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CELL BIOLOGY
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DETECTION OF GLUT4-EXOCYTOSIS BY FLOW CYTOMETRY
Zanni Ruiz E'?; Pavarotti M 13, Mayorga, L.>?
Instituto de Histologia y Embriologia de Mendoza, Universidad Nacional de Cuyo (UNCUYQ) — CONICET; 2Facultad de
Ciencias Exactas y Naturales UNCUYO; 3Facultad de Ciencias Médicas UNCUYO, Mendoza, Argentina.
E-mail: emiliazanni09@gmail.com

Flow cytometry is a widely used technique both in medical and scientific fields. It enables the observation of different cellular
and molecular parameters at high speed, allowing discrimination between different cell populations. Cell’s glucose uptake
requires glucose transporter proteins (GLUTS) on the plasma membrane, where GLUT4 is the main transporter in muscle and
adipose cells. Insulin and/or muscle contraction triggers transport and fusion of GLUT4-positive vesicles with the plasma
membrane, therefore increasing the number of GLUT4 transporters on the cell surface, a mechanism known as "GLUT4"
exocytosis. However, beyond the massive uses of cytometry, it has been sub-employed in the study of GLUT4 exocytosis.
Accordingly, our goal was to develop a staining protocol to detect the transporter on the surface of a rat myoblast cell line L6
expressing GLUT4 tagged with myc. Our results show an efficient detection of the GLUT4 increment in insulin-stimulated
L6 cells. The results were similar to those obtained by immunofluorescence and ELISA, two assays widely used to study
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GLUT4 exocytosis. We conclude that flow cytometry is a rapid, quantitative, and precise technique to evaluate GLUT4
exocytosis in thousands of cells.

CB-P02-87

CHARACTERIZATION OF THE ROLE OF ALPHA-SYNUCLEIN ON THE REGULATION
OF ACROSOMAL EXOCYTOSIS IN HUMAN SPERM.
Buzzatto MV, Berberian MV, Tomes CN.
Laboratorio de Bioquimica de la exocitosis acrosomal, Instituto de Histologia y Embriologia IHEM-CONICET, Fac. Cs.
Médicas, UNCuyo, 5500 Mendoza, Argentina.
E-mail: ctomes@fcm.uncu.edu.ar

Alpha-synuclein accumulates in the Lewy pathology of Parkinson’s disease and related disorders, and mutations in alpha-
synuclein cause degeneration, but the normal function of the protein is not yet clear. Evidence pointing to regulatory roles for
alpha-synuclein in exocytosis is now emerging. In sperm, the acrosome reaction (AR) is a type of regulated exocytosis that
relies on the opening of multiple fusion pores between the plasma and the acrosomal membranes. Pore dilation leads to the
vesiculation of these membranes and release of the granule contents. We hypothesized that alpha-synuclein binds the
acrosomal membrane and regulates fusion pores expansion during the AR. We showed the presence of the protein in human
sperm by Western blot and its localization to the acrosomal domain by indirect immunofluorescence. Because sperm are
transcriptionally and translationally inactive, they are not amenable to standard approaches such as overexpression and
silencing to elucidate the physiological role of alpha-synuclein. Thus, we resorted to streptolysin O-permeabilization of the
plasma membrane to introduce an anti-alpha-synuclein antibody into human sperm. We evaluated the AR in response to
calcium by means of two complementary functional assays and by transmission electron microscopy and found that the
antibody blocked exocytosis because it stabilized open fusion pores. Recombinant alpha-synuclein prevented the effect of the
antibody. These findings suggest that alpha-synuclein’s function in the AR is to regulate pore dilation. Interestingly, the AR
halted at this stage was sensitive to botulinum toxin B and tetanus toxins cleavage, which indicated that the R-SNARE

synaptobrevin was in a neurotoxin-sensitive configuration after pore opening.
CB-P03-72

RAB24, NOVEL INSIGHTS ABOUT ITS ROLE IN AUTOPHAGY
Germ Gomez E, Amaya C, Abba R, Colombo MI.
IHEM, CONICET, FCM, UNCuyo, Mendoza Argentina.
Email: emilianogerm@gmail.com

Autophagy is a highly-conserved intracellular pathway that delivers cytoplasmic components to the lysosomes, such as
molecules and organelles, in order to preserve cellular homeostasis. The process is characterized by the formation of double
membrane vesicles called autophagosomes, which internalize and transport the material to the lysosomes for subsequent
degradation. Autophagic dysregulation is implicated in various diseases, including neurodegeneration, cancer and infections;
therefore, the pathway must be finely controlled. mMTORCL is a serine/threonine protein kinase, considered a master regulator
of energy metabolism and cell growth. This kinase acts as a major suppressor of autophagy, integrating both intracellular and
extracellular signals to control the autophagic process in a synchronized fashion. The Rab proteins constitute the most
numerous families of small GTPases, which guide intracellular vesicular traffic events, including autophagy. Previously, our
group has demonstrated that Rab24 participates in the endosome degradation process and autophagy, but little is known about
its precise role in this latter pathway. Indeed, lysosomes and late endosomes are essential in mTORC1 signaling. An intimate
relationship between mTORCL activity and lysosomal association, and its role in autophagy control has been demonstrated.
We have studied, in different cellular models, the role of Rab24 and its possible interplay with mTORC1, using several
techniques, such as protein transfection, RNAi knockdown, immunofluorescence and Western blot assays. Our results indicate
that Rab24 depletion, or overexpression of a dominant negative mutant seems to modify mTORCL1 association with lysosomal
compartments. In addition, the processing of the autophagic protein LC3 is also affected, altering the initial steps of autophagy.
Our present results locate Rab24 as a novel positive regulator of autophagosome formation and reveal significant insights
about the role of this Rab protein in this process.

CB-P04-84

THE RESTITUTION OF AN OXALATE-DAMAGED EPITHELIUM
Sendyk D :, Pescio LG 12, Fernandez-Tomé MC %2, Casali CI %2,
LUniversidad de Buenos Aires, Facultad de Farmacia y Bioquimica-Biologia Celular y Molecular. 2 IQUIFIB- Instituto Dr
Alejandro Paladini -UBA-CONICET.
E-mail:

The renal inner medulla is responsible for the hydro-saline equilibrium maintenance through water and electrolyte excretion
in urine. The collecting ducts, which are involved in the urine concentration, are immersed in an extracellular matrix with the
highest body osmolarity. The hyperosmolarity is a key signal for cell differentiation and for the establishment of the urine
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concentration mechanism. Moreover, renal ducts are exposed to wastes coming from blood filtration. There are several
nephrotoxic agents such as antibiotics, diuretics, antineoplastic and cytostatic agents, and renal stones. Calcium oxalate stones
are the most common type of kidney stone. The crystal aggregates are harmful for epithelial renal cells and tubular structures,
and that damage could lead to the development of chronic kidney disease. Our previous results showed that differentiated renal
cells treated with oxalate (Ox) for 24 h lost the typical epithelial cobblestone morphology and showed a spindle-shaped
morphology characteristic of an epithelial mesenchymal transition. After 48 h of Ox, cells started to recover their morphology
and after 72 h of Ox the epithelium was almost reestablished. The aims of the present work were to evaluate whether epithelial
integrity is disrupted after 24 h of Ox and whether epithelial differentiated characteristics are restituted after 72 h of Ox. To
do that, the renal epithelial cells MDCK were grown in a hyperosmolar environment (512 mOsm/Kg H.O) for 72 h to get a
differentiated epithelium, and then subjected to 1.5 mM Ox for 24, 48 and 72 h. After treatments, cell morphology and the
expression of differentiated epithelia markers were evaluated by fluorescence microscopy. E-cadherin, a member of adherens
junctions, was localized to the cell periphery at 24, 48 and 72 h in control conditions. After 24 h of Ox, the protein was
internalized and its label on the periphery decreased. After 48 h of Ox, E-cadherin was localized both to the cell membranes
and to the cytoplasm, while after 72 h of Ox the label was mainly at the cell periphery. In control cells the apical marker gp135
was localized at apical cell surface, while in cells treated with 24 h of Ox gp135 apical staining was reduced. After 48 h of Ox,
the percentage of cells expressing apical gp135 started to increase reaching values like control conditions at 72 h. Finally,
primary cilium was evidenced by acetylated-tubulin immunofluorescence. Control cells showed a high percentage of ciliated
cells, while it decreased upon treatment with 24 h of Ox. After 48 h of Ox, the cells started to recover the primary cilium, and
after 72 h of Ox, the percentage of ciliated cells reached control values. The results showed that the treatment with 24 h of Ox
induces dedifferentiation and after 72 h of the cell damage there is a restitution of the differentiated epithelia. The next goal is
to elucidate the molecular mechanisms involved in the restitution of the oxalate-damaged epithelium.
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G-QUADRUPLEXES AND CELLULAR NUCLEIC ACID BINDING PROTEIN (CNBP)

MODULATE TCOF1 (TREACHER COLLINS FRANCESCHETTI 1) TRANSCRIPTION
Gil Rosas, ML?, Centola CL?, Mouguelar VS, David AP, Piga E*, Gomez-Zamorano D?, Calcaterra NB, Armas P*, Coux,
GL
LIBR (CONICET/UNR), Facultad de Cs. Biog. y Farm., UNR, Ocampo y Esmeralda, (2000) Rosario, Argentina. 2 Institut de
Pharmacologie et Biologie Structurale, UMR5089 CNRS-Université de Toulouse, Toulouse, France.
E-mail: gilrosas@ibr-conicet.gov.ar

Treacher Collins Franceschetti Gene 1 (TCOF1) is involved in ribosomal RNA metabolism and is responsible for about 90%
of mandibular dysostosis (MD) cases. Recently we identified a correlation in TCOF1 and CNBP (cellular nucleic acid binding
protein, a nucleic acids chaperone involved in rostral development) expression in human mesenchymal cells. As CNBP is a
transcriptional regulator of several genes, we investigated the possible modulation of TCOF1 expression by CNBP.
Bioinformatic analysis yielded two CNBP consensus binding sites in TCOF1 promoter (Hs-791 and Hs-2160). The sites
coincide with G-quadruplex (G4, stable secondary structures formed by G-rich sequences that are built around tetrads of
Hoogsteen-type hydrogen-bonded guanine bases) putative forming sequences (PQS). We confirmed in vitro that synthetic
oligonucleotides containing these PQS folded into G4 by circular dichroism and intrinsic fluorescence. EMSA analysis with
purified CNBP confirmed binding to the target G4s with Kd values in the nM range. Also, spectroscopic studies suggested
that CNBP acted as a G4-unfolding protein over Hs-2160 G4. ChIP studies in HeLa cells extracts detected that CNBP was
bound to Hs-791 and Hs-2160 sites in TCOF1 promoter. HEK293 cell line expression studies revealed that Hs-2160 (but not
Hs-791) PQS increased the transcription of luciferase controlled by the SV40 nonrelated promoter. Moreover, HEK293 cells
treated with pyridostatin (a selective G4 stabilizing agent) showed increased endogenous TCOF1 mRNA expression. In
zebrafish TCOF1 ortholog promoter we detected a site (Dr-2393) with equivalent properties to Hs-2160. G4 disruption in
zebrafish embryos by microinjection of DNA oligonucleotides complementary to the G4 (antisense oligonucleotides or ASOs)
resulted in decreased transcription of the tcofl gene and larvae with phenotypes compatible with tcofl knockdown. Finally,
Morpholino-mediated cnbp knockdown in zebrafish induced tcofl expression. The results gathered here suggest that TCOF1
transcriptional expression is modulated by CNBP through a mechanism involving G4 folding/unfolding. Also, that this
regulation is active in vertebrates as distant as bonny fish and humans. These findings have implications in MD comprehension
and treatment
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PATHWAY ANALYSIS OF CHOLESTERYL ESTER ACCUMULATION EFFECT ON
INSULIN RESPONSE IN HL-1 CARDIOMYOCYTES.
Actis Dato V' 2; Rey FE3; Chiabrando GA® 2, Ceschin DG.*
L CIBICI-CONICET, Cérdoba, Argentina; 2 Dpto. de Bioguimica Clinica, FCQ-UNC, Cordoba, Argentina; 2 Dpto. de
Bacteriologia, Universidad de Wisconsin—Madison, USA; # CIMETSA-Inst. Univ. Cs. Biomédicas Cérdoba, Argentina.
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The cardiovascular disease (CVD) is a multisystem and multicellular pathology frequently associated with increased levels of
aggregation-prone small LDL particles. Aggregated LDL (aggLDL) internalization promotes intracellular cholesteryl ester
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(CE) accumulation and the impairment of insulin response and glucose transporter type 4 (GLUT4) activity in cardiomyocytes.
Lipid uptake was associated with cardiac dysfunction and cell death. Nevertheless, the link between CE accumulation and
insulin response, cell function and viability in cardiomyocytes is not completely understood yet. The present study was
conducted to determine intracellular pathways that are potentially regulated by cholesterol accumulation in heart. For this, we
identify gene expression profiles by bulk transcriptome analysis in isolated RNA samples from cardiomyocyte-derived HL-1
cells exposed to aggLDL 100 pg/ml for 8 h and then stimulated or not with insulin 100 nM for 2 h. Considering a fold change
(FC)>2 and p<0.01, our results showed that insulin (HI) generated differential expression of 145 genes respect to control
condition (MOCK) while aggLDL (HL) generated differential expression of 1145 genes respect to MOCK. In HL-1 cells
exposed to aggLDL and then stimulated with insulin (HIL) were found 1187 genes differentially expressed respect to MOCK.
Through enrichment analysis, we found that HI produced gene expression of InsR-PLLK-mTOR signaling, calcium influx and
mobilization, cholesterol efflux and cell survival. Moreover, HI generated downregulation of matrix metalloproteinase
encoding genes. On the other hand, CE uptake (HL) impaired all these process promoted by HI and upregulated matrix
metalloproteinase encoding genes even in insulin-stimulated HL-1 cells. This evidence was validated by gPCR and mRNA
expression analysis of the most important target genes of each network. These impaired pathways corroborate the biological
effects found by us and other groups on insulin response and glucose metabolism, contractile activity and cell viability in HL-
1 cells, allowing to explain the deleterious role of CE at the transcriptomic level. This work provides a novel insight into
connected genes regulated by hypercholesterolemia in heart during complex diseases such as CVD.

CB-P07-43

INTEGRATION OF ENVIRONMENTAL SIGNALS VIA ROS-MAPKs THAT REGULATE
POLAR GROWTH OF ROOT HAIRS IN ARABIDOPSIS THALIANA
Rondén Y, Estévez JM.
Laboratorio de Bases Moleculares del Desarrollo Vegetal, Fundacion Instituto Leloir, Argentina.
E-mail: yrondon@leloir.ogr.ar

Plants are capable of finely regulating many cellular processes, among other reasons thanks to an extremely complex and
complete metabolic system and a sophisticated control of gene expression. Within the wide variety of compounds that are
products of plant metabolism, we find some that positively or negatively affect plant growth, in their modes of action they use
transport channels between cell compartments and/or enzymes for their processing and functionality. For example, the redox
metabolism of the plant leads to the production and accumulation of reactive oxygen species (ROS), this group of compounds
affect essential processes such as photosynthesis and respiration. Particularly, in A. thaliana roots, it has been described that
the ROS produced by NADPH oxidases affect the physicochemical properties of some components of the cell wall in root
hairs. Some ROS such as hydrogen peroxide (H.O.) can act as intercellular messengers, using specific channel proteins, such
as PIP-like aquaporins, to be transported across plasma membranes. In the intracellular space, H.O. is capable of activating the
mitogen-activated protein kinase (MAPK) signaling cascade, regulating the polar growth of root hairs through the activation
of genes involved in the process. Here we study the regulation of ROS (H.0O.) transport by PIPs-type aquaporins and the
subsequent activation of the MAPK Kkinase cascade against signals that induce polar growth of root hairs in A. thaliana
seedlings. The root hair cell length of single and double insertional mutants of T-DNA for genes of pip2;4 and mpk was
quantified at different temperatures, 22 and 10 °C, observing that the insertional mutant pip2;4-1 has significant differences
with respect to the wild phenotype (Col-0) at 22 °C, also in mpk8, mpk3 and mpk6 mutants, these last two had an exacerbated
growth, close to doubling the length of hairs of the wild phenotype. These results suggest the role of these proteins in the
regulation of root hair growth. In addition, cytoplasmic ROS measurements were performed using H2DCF-DA and apoplastic
with Amplex Ultra Red for Col-0 and versions of the pip2;4 mutants, finding a decrease in cytoplasmic ROS of the pip2;4-1
mutant with respect to Col-0, and an inverse behavior for apoplastic ROS levels, inferring the important role of PIP 2;4 in the
transport of H.O.
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CREB3L2 MODULATES NEURITE OUTGROWTH THROUGH THE REGULATION OF
RAB5 GTPase IN NGF-DIFFERENTIATED PC12 CELLS
Funes Chaban M !, Rozés Salvador V 2, Sampieri L!, Di Giusto P 1, Alvarez CI.
ICIBICI-CONICET, Dpto. de Biog. Clinica, Facultad de Ciencias Quimicas, Universidad Nacional de Cérdoba, Argentina.
2INIMEC-CONICET-Universidad Nacional de Cordoba, Argentina.
E-mail: macarenafuneschaban@unc.edu.ar

CREB3L2 is a member of the CREB3 family of transcription factors localized in the endoplasmic reticulum (ER) membrane.
Upon activation, it is transported from the ER to the Golgi where is cleaved and the N-terminal domain is translocated to the
nucleus. CREB3L2 is expressed in several cell types such as hepatic stellate cells, chondroblasts and human B-cells, among
others. It is linked to the regulation of the secretory pathway performing functions on growth, survival, and maintenance of
the cell phenotype. Although CREB3L2 is expressed in different cell types of the nervous system, its participation in neuronal
processes, such as differentiation, remains poorly explored. In our laboratory, PC12 cells treated with nerve growth factor
(NGF) were used to study neuronal differentiation. We have previously shown (SAIB 2019) that NGF increased not only
CREB3L2 mRNA and protein levels, but also GM130, GaINAc-T2 and Rab1b, which are proteins of the secretory pathway.
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In this work, loss- and gain-of-function experiments were carried out to analyze the role of CREB3L2 during PC12 cells
differentiation. Results showed that shCREB3L2-transfected cells displayed Golgi fragmentation and both the total neurite
length and the longest neurite was increased relative to control. In contrast, overexpression of CREB3L2 full length
(CREB3L2FL) induced the opposite effect in neurite phenotype, suggesting that CREB3L2 could be associated with the
activity of membrane trafficking pathway-related proteins. To address this hypothesis, PC12 differentiation was analyzed after
disturbing ER-Golgi or endosomal transport by overexpressing Rablb or Rab5 constructs, respectively. Overexpression of
wild-type Rablb increased neurite outgrowth relative to control cells, whereas the opposite effect was observed upon
transfection with dominant negative Rablb (Rablb N2121l). Interestingly, the neurite outgrowth was impaired by
overexpression of wild-type Rab5, whereas it was promoted by the dominant negative Rab5 construct, Rab5 S34N. These last
results agree with previous studies* and are similar to those observed in CREB3L2 gain- and loss-of-function. To evaluate
whether CREB3L2 levels affects Rab5 expression, PC12 cells were transiently transfected with sShCREB3L2, CREB3L2FL
and treated with NGF. Quantitative immunofluorescence analysis indicated that S\ACREB3L2-transfected PC12 cells have a
decreased expression of Rab5. On the other hand, in CREB3L2 overexpressing cells, Rab5 levels were higher than control
cells. Taken together, the data indicate that CREB3L2 modulates NGF-induced PC12 cell differentiation and strongly suggest
that Rab5 GTPase is one of CREB3L2 targets.
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Smallanthus sonchifolius (YACON) ROOT AMELIORATES CARDIAC REMODELING IN
AN ANIMAL MODEL OF OBESITY
Grande MV?, Sanchez SS!, Honoré SM12,
'INSIBIO (CONICET-UNT).2Fac. de Bioquimica, Quimica y Farmacia-UNT.
E-mail: smhonore@gmail.com

Cardiac remodeling is defined by molecular, cellular, and interstitial changes. These alterations are triggered by cardiac
overload, neurohormonal activation, cardiac injury, or other factors such as a high-calorie diet, where the heart initially tries
to adapt to new conditions by systemic compensation and myocardial hypertrophy. At present, there is great interest in natural
products of plant origin to reduce the metabolic complications of obesity and its comorbidities. Smallanthus sonchifolius
(yacon) is an Andean cultivated tuber that is characterized by its low caloric value and high fiber content, being suitable for
consumption by obese individuals. In this study, the effects of yacon roots, a natural source of fructooligosaccharides (FOS)
and phenolic compounds, on the heart in an animal model of obesity were investigated. Male Wistar rats were fed a standard
diet (CD) or high-fat diet (HFD) for 12 weeks and then divided into three groups: CD, HFD, HFD plus yacon root flour (680
mg FOS/kg b.w., HFDY) and HFD plus ezetimibe (0.14 mg/kg b.w., HFDE) during 8 weeks. Regular ingestion of yacon
significantly (p<0.05) reduced body weight and visceral fat mass of HFD-fed animals. Also, improved lipids profile decreased
the inflammatory cytokine levels, and ameliorated the atherogenic index, lowering the cardiac risk (p<0.05). Yacon
supplementation reduced the enlarged cross-sectional area of the remodeled heart, the thickened wall, the intracardiac lipids
content, and the interstitial collagen deposition of HFD-fed rats (p<0.05). Furthermore, yacon significantly (p<0.05) improved
myocardial oxidative stress and mitochondrial ultrastructure resulting in reduced tissue injury. Yacon flour down-regulated
TGF-B1 and TGFRII expression in the heart and was able to inhibit the increased Smad2/3 phosphorylation compared to HFD-
fed rats without treatment (p<0.05). In conclusion, yacon has been demonstrated to possess potential cardioprotective effects
in cardiac remodeling representing a new therapeutic approach for obesity and its complications.
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STUDY OF PHAGOCYTIC PATHWAY IN SENESCENT CELLS.
Robledo E, Colombo MI, Aguilera MI.
IHEM, CONICET, FCM, UNCuyo, Mendoza Argentina.
Email: estebanrobledo01@gmail.com

Senescence is defined as a state where proliferating cells lose their replicating capacity. This mechanism is triggered by
different stimuli, such as oxidative stress, telomere shortening, DNA damage, mitochondrial damage and also is induced by
oncogenes activity. Characteristics of senescent cells include irreversible growth arrest, increased cell size, expression of
cyclin-dependent kinase inhibitor (CDKI), formation of senescence-associated heterochromatin foci and senescence-
associated secretory phenotype (SASP). These changes attempt to prevent damaged cells from proliferating and causing
expansive damage. It takes place in various tissues during different physiological and pathological processes such as tissue
remodeling or injury, cancer, and aging. Phagocytosis is a process where pathogens are taken and eliminated by the cells.
Furthermore, it is important for the elimination of apoptotic cells and, therefore, essential for tissue homeostasis. The
mechanism of this process consists, once a particle is internalized, it is formed the primary phagosome. In order to eliminate
the phagocytosed particle, the primary phagosome matures by decreasing pH and acquiring degradative capacity. Our study is
focused on evaluating modifications endocytic and phagocytic pathways after senescence activation. Also, we are interested
in the behavior of senescent cells against pathogens given the relevance of infectious processes in aging organisms. In order
to reached senescence activation, due to oxidative stress, HeLa cells were treated with 250uM t-BHP for 2 hours. Afterwards,
cells were analyzed by confocal microscopy and flow cytometry and we evaluated the composition and distribution of early
and late endosomes pathway using specific markers, such as Rab-5, Rab-7 and LAMP-2. The senescence cells endocytic
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capacity was analyzed by dextran incorporation and phagocytosis, using formaldehyde-inactivated bacteria, by flow
cytometry. The differences present in senescent cells help us understand the alterations in the response against pathogens in
aging organisms.

CB-P11-278

GENERATION OF A HUMAN PLURIPOTENT STEM CELL REPORTER CELL LINE FOR
THE CARDIAC MESODERM GENE MESP1 USING CRISPR/CAS9-INDUCED

HOMOLOGOUS RECOMBINATION
Skop R, M6bbs AM, Puracchio J, Miriuka S, Waisman A.
LIAN-CONICET, Fleni, Sede Escobar. Ruta 9, km 52.5. Belen de Escobar. Buenos Aires, Argentina
E-mail: rodrigo.skop@gmail.com

Heart related diseases are the leading cause of death worldwide. Having appropriate in vitro models to study cardiac
differentiation and regeneration is of key importance for the future development of cell therapies. Human pluripotent stem
cells (hPSC) have the capacity to self-renew and differentiate in vitro into all the cell types of the organism, including the
cardiac lineage. Thus, they provide a framework to study the early steps of human cardiac differentiation. The objective of the
present work was to develop a hPSC-MESP1 reporter cell line in order to study the formation of the cardiac mesoderm, a key
and early step in the process of cardiac differentiation where MESP1 is a crucial transcription factor. We devised a strategy to
insert the green fluorescent protein mEmerald into the endogenous locus of MESP1 using CRISPR/Cas9 through homologous
directed repair (HDR), generating a fusion protein connected to this transcription factor through a linker peptide. With this
objective, we first designed two guide RNAs targeting the STOP codon within the second exon of MESP1 and cloned them
into a vector that expresses the Cas9 protein. Next, we designed the HDR donor vector to contain the mEmerald sequence
together with a floxed G418 resistance expression cassette, both flanked by two MESP1 800 bp homology arms. After
successfully generating the HDR donor vector, we transfected it in hPSCs together with either plasmid gRNAs or both
combined and selected three independent G418 resistant cell lines. Genomic PCR analysis of these lines with primers flanking
the mEmerald/G418 cassette integration site indicated the successful homologous recombination. Since each of these lines
consists of a pool of genotypically distinct cells, we next isolated 7 clonal cell lines for further examination. We are currently
evaluating the correct integration of mEmerald into the clones through PCR, and we will next assess the expression of this
fluorescent protein during cardiac differentiation protocols through microscopy and flow cytometry. Once validated, this
reporter cell line will be a very valuable tool for assessing the early stages of cardiac induction.

CB-P12-282

CONSTRUCTION OF AN EMBRYONIC STEM CELL LINE BY CRISPR/CAS9 MEDIATED
HOMOLOGOUS RECOMBINATION TO STUDY THE DIFFERENTIATION DYNAMICS

IN LIVING CELLS
Puracchio JE, Skop R, Sevlever F, Lombardi R, Moro L, Miriuka S, Waisman A.
LIAN-CONICET, Fleni, Sede Escobar. Buenos Aires, Argentina.
E-mail: jpuracchio@uade.edu.ar

Mouse embryonic stem cells (mESCs) are pluripotent cells that resemble the preimplantation epiblast of the mouse embryo.
They can give rise to all the cells of the organism, making them an excellent model to study mammalian development in vitro,
as well as a cell type of great interest in regenerative medicine. Stem cell differentiation is a highly dynamic process in which
epigenetic, transcriptional and metabolic changes eventually lead to new cell identities. These modifications occur within
hours to days and are generally identified by measuring gene expression changes and protein markers. Transcription factor
Oct6, encoded by Pou3fl gene, is a protein expressed during the early phase of mESCs differentiation. Previous results from
our laboratory have shown that the up regulation of Oct6 remarkably affects the expression of NANOG, a key transcription
factor that helps mESCs maintain pluripotency. Although immunofluorescence of fixed cells is the standard technique to allow
the visualization of these proteins in individual cells, this method prevents the analysis of dynamical processes in living cells.
In the present work, we aimed to generate a reporter line of mESCs differentiation by fusing the endogenous Oct6 protein
together with mCherry, a red fluorescent protein. For that, we used CRISPR-Cas9 technology to achieve a highly precise and
efficient knock-in through homologous recombination. We designed an antibiotic-selection based strategy in which the
fluorescent reporter, plus a small flexible glycine linker, is introduced at the Oct6 C terminus, creating a new Oct6-mCherry
fusion protein product. The targeting vector was promoterless, and consequently mCherry signal can only arise from the
correct, in-frame insertion at the endogenous Oct6 locus in differentiating cells. This vector, which was generated through
DNA synthesis, included multiple restriction sites to allow the future targeting of different genes, cloning of other reporter
proteins and utilized LoxP sequences flanking the G418 resistance to subsequently remove it through CRE recombinase-
mediated recombination. We cloned two different sgRNA targeting the STOP codon of Oct6 into a CRISPR/Cas9 plasmid and
transfected them into mESCs together with the targeting vector. A high proportion of the G418 resistant cells displayed
mCherry fluorescence after inducing cell differentiation, indicating the correct insertion of the reporter cassette. We next
isolated 9 clonal cell lines for further characterization, of which 8 displayed mCherry fluorescence in differentiating cells.
Western blot analysis of these clonal lines confirmed that the mCherry expressing cells were heterozygous for the incorporated
fluorescent protein, while the non-fluorescent clone only expressed the wild type alleles. Once fully characterized, this
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recombinant cell line will provide significant new opportunities for live-cell imaging to study the cellular and molecular
dynamics of mESCs differentiation
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CELL FATE DECISION MAKING DURING S. CEREVISIAE’S RESPONSE TO MATING

PHEROMONE.
Mendez N, Grande A, Beldorati G, Sapochnik D, Colman-Lerner A.
Departamento de Fisiologia, Biologia Molecular y Celular, FCEN, UBA - Instituto de Fisiologia, Biologia Molecular y
Neurociencias (UBA- CONICET)
E-mail: nmendez@fbmc.fcen.uba.ar

When exposed to mating pheromone, the yeast Saccharomyces cerevisiae faces two possible fates: either arrest their cell cycle
while searching for a mating partner of the opposite sex type, or proceed to divide. Furthermore, arrested cells that did not
mate may re-enter the cell cycle. Thus, cell cycle progression and mating are mutually exclusive fates, and each cell must
make a decision. The main molecular mechanisms that cause cell cycle arrest and re-entry have been described through decades
of biochemical and genetic experimentation. Collectively, they explain how cells can process information at the intersection
of the cell cycle and the pheromone response. Firstly, the pheromone response activates a MAPK signaling pathway. As a
result, the Farl CKI is phosphorylated, and in turn it halts the cell cycle at G1, through inhibition of the CDK G1 complexes
Cdc28-CIn1/2/3. The current model argues that arrest duration depends on how much Farl each cell has. However, in
disagreement with expectations and previous reports, we found that the abundance of Farl does not correlate with the arrest
duration. We arrived at this conclusion by measuring the expression of Farl, tagged with NeonGreen at its original locus. Cells
were exposed to mating pheromone until they were arrested at G1, the pheromone was removed by washing, and the duration
of the arrest (i.e. the time between washing and each budding event) was recorded. Microscopy images were acquired
throughout the experiment, and the fluorescent signal of the Farl fusion was quantified for each cell. After 1.5 hours of
pheromone exposure at 240 nM, we observed that the time of arrest varied from 10 to 75 minutes, and that it was independent
of the abundance of Farl in each cell (measured at, during, or after exposure to pheromone). Though strong evidence argues
that Farl is mechanistically responsible for the arrest, our result suggests the existence of an upstream decision process that
only acts in part via CKI; thereby dismissing a simple model of re-entry based on a CKI activity threshold. Hence the question
remains: ¢How is the cell cycle re-entry controlled? To approach this matter, while accounting for the complexity of the
system, we propose adding information about the activity of several critical components through time, in single live cells, as
they respond to defined perturbations. With it, we expect to build a more complete and consistent model of this decision
making process; between cell cycle arrest and cell division.
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Eisosomes are fungal proteo-lipidic complexes assembled onto the plasma membrane (PM) with sizes about 200nm long and
50nm wide. In Saccharomyces cerevisiae, these structures are distributed as elongated invaginations all over the PM. Different
roles played by these nanodomains are currently known, however, the mechanisms and protein dynamics leading to their
formation and maintenance are not completely understood. The evidence collected by our group, and others too, allows us to
postulate that eisosomes are shaped and maintained through self-assembling of BAR (bin- amphiphiysin- rvs) domain-
containing proteins Pill and Lspl (Olivera-Couto et. al 2011, doi: 10.1091/mbc.E10-12-1021). Unpublished results hint that
eisosomes are factors associated with the cell’s replicative lifespan. To put this to the test, we developed a microfluidic device
capable of trapping and isolating multiple individual S. cerevisiae cells throughout their whole lifespan. This device allows us
to measure the replicative lifespan of different yeast strains and, with the use of confocal fluorescence microscopy, study
protein dynamics changes as the cell ages throughout its lifespan.
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THE CYSTM DOMAIN IS BOUND TO MEMBRANES BY PALMITOYLATION
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CYSTM proteins are a superfamily of proteins which were identified using bioinformatics approaches and found to be widely
distributed among Eukaryotes. These proteins are in general small, ranging from 60 to 120 amino acids. CYSTM proteins are
characterized by the presence of a conserved motif at the C-terminal region, which is rich in cysteine residues and that has
been annotated as a transmembrane domain (TMD). Orthologues of the CYSTM proteins in different organisms are involved
in resistance to pathogens and they might be involved in resistance to different kinds of stress. However, no thorough
experimental studies on this family of proteins have been carried out. In yeast, the family comprises the genes YBR016W,
YDLO012C, YDR034W-B, YDR210W and the recently characterized Manganese-chelating protein 1 (MNC1/YBR056W-A).
YbrO16w was suggested to be palmitoylated in a high-throughput study. Protein S-acylation, commonly known as
palmitoylation, is a post-translational modification that consists of the addition of long-chain lipids on cysteine residues. This
modification is mediated by a family of transmembrane enzymes called Palmitoyltransferases (PATSs) and it plays multiple
roles in the regulation of many biological processes. Here we characterized the CYSTM proteins from Saccharomyces
cerevisiae. Using confocal microscopy, we confirmed that members of these family localize to the plasma membrane.
Particularly, Ybr016w displays a polarized distribution achieved by endocytic cycling. Acyl-biotin exchange (ABE)
experiments indicate that CYSTM proteins are palmitoylated. Expression of Ybr016w in strains lacking each of the seven
yeast PATs showed that the half-live of these proteins is dependent on the Palmitoyltransferase Akrl which is known to modify
peripheral membrane proteins. Degradation of Ybr016w is mediated by the Ubiquitin ligase Rsp5 but it does not take place in
the vacuole as is usual for transmembrane proteins that localized at the plasma membrane. ABE combined with PEGylation
experiments showed that at list four of the five cysteine residues of the CYSTM domain in Ybr016w are S-acylated. Point
mutation of candidate cysteines indicate the cysteines located at the C-terminal region of CYSTM domain are palmitoylated,
which, if the CYSTM domain was a TMD, would place them embedded in the exoplasmic leaflet of the bilayer. Palmitoylation
mostly occurs at the cytoplasm and only residues at the cytoplasmic border of a TMD can be modified. Finally, treatment of
cell extracts containing Ybr016w with hydroxylamine, which cleaves thioester bound palmitates, results in the partial partition
of this protein to the soluble fraction. Our data suggest that these proteins are not transmembrane proteins as previously
suggested, but they are bound to the membrane via palmitates and that the CYSTM module is in fact a palmitoylated domain.
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KDEL-CYSTEINE-ENDOPEPTIDASES CEP1 AND CEP2 IS INVOLVED IN EXTENSIN

MEDIATED ROOT HAIR POLAR-GROWTH IN ARABIDOPSIS THALIANA
Rodriguez Garcia DR, Marzol E, Estevez JM.
Fundacion Instituto Leloir, Av. Patricias Argentinas 435, Buenos Aires CP C1405BWE, Argentina.
E-mail drodriguez@Ileloir.org.ar

Cysteine proteases are a large group of enzymes divided into several families and there is one unique group of papain-type
Cysteine EndoPeptidases (CysEPS) containing a C-terminal KDEL endoplasmic reticulum (ER) retention signal (KDEL-
CysEPs or CEPs) for which no homologous genes have been found in mammals or yeast. Ricinus CEP (RcCysEP) is able to
cut within Ser-(Hyp)s-s repeats, O-glycosylated Hyp and prolines at £1/+2 positions relative to the cleavage site. These Ser-
(Hyp)s-s repeats carrying O-glycosylated modifications are commonly found in structural O-glycoproteins Extensins (EXTS).
EXT Tyr-mediated crosslinking is catalyzed by apoplastic peroxidases and allow them to form a dendritic glycoprotein
network in the cell wall affecting de novo cell wall formation in polar cell expansion processes. Since CEPs are able to cleave
O-glycosylated EXTs resulting in weakening agents of cell walls, thus supporting a putative key role of CEPs in cell
elongation. There are 3 Arabidopsis thaliana CEPs named AtCEP1, AtCEP2, and AtCEP3. These AtCEPs are highly similar
in their protein sequence to RcCysEP. Previously, we have addressed a key role of at least six EXTs (e.g. EXT6,7,10-13) co-
regulated at transcriptional level in polar-cell expansion process specifically in root hairs. In this work, we have characterized
AtCEP1 and AtCEP2 expression in root hair cells as well as performed a mutant analysis of cepl and cep2. Based on our
results, we speculate that AtCEPs could be involved in polar-growth regulation linked to O-glycosylated EXT-processing
during its maturation in the secretory pathway in growing root hair cells.
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A NEW ROLE FOR THE CREB3L1 TRANSCRIPTION FACTOR AS REGULATOR OF

THE NA*/I'SYMPORTER (NIS) IN THYROID CELLS
Di Giusto P, Martin M, Funes-Chaban M, Nicola JP, Alvarez C.
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CREB3LL is a transcription factor member of the CREB3 family. It is involved in the regulation of genes encoding the
synthesis of proteins required in the secretory pathway (transport factors) as well as the expression of tissue-specific genes
such as Collal that encode for type I collagen in osteoblast. We have previously shown that, in thyroid cells, CREB3L1 acts
as a downstream effector of the thyroid-stimulating hormone (TSH) promoting the expansion of the Golgi volume.
Furthermore, we also showed (SAIB 2019) that changes in CREB3L1 expression affect the Na*/I- Symporter (NIS) levels, and
NIS-specific iodide uptake. NIS is responsible for the uptake of iodide in many tissues including the thyroid gland where
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iodide is incorporated into triiodothyronine (T3) and tetraiodothyronine (T4). The rat NIS gene (Slc5a5) has a minimal
promoter located within -199 and -110 bp, and a NIS Upstream Enhancer (NUE) region between -2495 and -2264 bp. The
NUE accounts for almost all the transcriptional activity of the NIS promoter and is activated in a thyroid specific manner by
the TSH/CAMP signaling pathway. Moreover, it has been shown that some transcription factors, like SREBP-1c and SREBP-
2, regulate the NIS promoter by directly binding to a region outside the NUE enhancer. The aim of this work was to elucidate
the importance of CREB3L1 in the regulation of the NIS promoter in thyroid cells. In silico analysis revealed four putative
CREBS3LL1 hinding sites for the transcription factor in regions outside the NUE enhancer. Interestingly, two of these putative
binding sites are highly conserved across different species. Using different constructs of the 5’-flanking region of NIS, we
show that CREB3L1 putative bindings sites are required for the promoter activity. Moreover, NIS promoter activity was
hampered by expression of a CREB3L1 dominant negative construct and after downregulation of CREB3L1. These results
indicate that CREB3L1 regulates NIS transcriptional activity and suggest that CREB3L1 can directly interact with its putative
DNA binding motif. These findings highlight the role of CREB3L1 in maintaining the homeostasis of the thyroid gland,
regulating the adaptation of the secretory pathway as well as the synthesis of thyroid-specific proteins.
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MYC-REGULATED MIRNAS MODULATE P53 EXPRESSION IN DROSOPHILA.
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Myec is a conserved transcription factor involved in the regulation of growth and metabolism. Previous studies in mammalian
cells have reported that Myc is able to regulate the biogenesis of microRNAs (miRNAs), short 20-22 nucleotide RNA
molecules that regulate gene expression. However, the exact mechanisms by which Myc affects miRNA biogenesis and/or
activity remain unclear. By combining ChlP-seq data, bioinformatics analysis and gRT-PCR we showed that Drosophila Myc
binds directly to 113 miRNA genes, positively regulating their transcription. Myc depletion in Drosophila larvae showed
reduced levels of miRNAs and increased expression of miRNA activity sensors (miR-GFP). Conversely, Myc overexpression
increased miRNA levels and reduced miR-GFP expression. We have also shown that Myc-dependent regulation of miRNA
biogenesis plays a critical role in the response to nutrient stress. Dmp53, the single Drosophila ortholog of mammalian p53,
is negatively regulated by miR-305 in the Drosophila adipose tissue (fat body). Dmp53 activation in the fat body is required
for maintaining metabolic homeostasis and promoting animal survival under nutrient deprivation. Interestingly, Myc directly
binds miR-305 locus and promotes its expression, thus maintaining low Dmp53 levels in the fat body of well-fed animals.
Under starvation conditions, however, Myc protein levels and miR-305 expression are reduced which result in increased
Dmp53 levels. These findings demonstrate an essential role for Myc in regulating miRNA expression and highlight the
importance of Myc-dependent regulation of miRNA biogenesis in metabolic homeostasis and organismal survival upon
nutrient stress.

RNAPII DEGRADATION IN RESPONSE TO UV-INDUCED DNA DAMAGE
Mufoz JC!, Beckerman 1%, Bouvier LA2, Mufioz MJ?.
IFIBYNE-UBA-CONICET, Argentina. 211B-UNSAM-CONICET, Argentina.

E-mail: cristobaljuan.m@gmail.com / cristobaljuan.m@fbmc.fcen.uba.ar

Our skin is regularly exposed to ultraviolet (UV) radiation that reaches Earth's surface and damages cellular components. Since
DNA is the only biopolymer that is neither disposable nor recyclable, it must be repaired when damaged. Among the various
repair systems that human cells have, the nucleotide excision repair (NER) system is the most relevant for repair of UV light-
induced lesions. Damage detection by NER system occurs by two different DNA-sensing mechanisms that then converge on
the same machinery that repairs the damage: transcription-coupled repair (TC-NER) and global genome repair (GG-NER). At
the same time, it is well known that UV-induced DNA lesions favor the degradation of RNA Polymerase 1l (RNAPII). The
residue responsible for the ubiquitination and degradation of the RNAPII major subunit was recently identified and it was
shown that RNAPII levels are essential for the gene expression response and cell survival upon UV-induced DNA damage.
However, the mechanisms that lead to the degradation of RNAPII have not yet been elucidated. One hypothesis, known as the
"last resort" theory, states that RNAPII degradation is dependent on TC-NER. According to this theory, the arrest of RNAPII
in DNA - given its inability to transcribe the lesions - would lead to its degradation, thus allowing access to the repair
machinery. However, different evidences suggest that the scenario could be different. On the one hand, most of the repair of
lesions in template strands in transcriptionally active genes, the only lesions repaired by TC-NER, occurs in the first hours
post UV, while the degradation of RNAPII is observed hours later. On the other hand, preliminary results from our group show
that RNAPII degradation is mainly controlled by the GG-NER system. Using the CRISPR/Cas9 editing system, we generated
human keratinocytes unable to recognize lesions through the GG-NER system (GG-NER KO / TC-NER WT cells) and
observed a marked inhibition in the degradation of RNAPII and an increase in cell viability in response to UV light.
Consequently, we propose that RNAPII levels determine cell viability and are mainly controlled by an unexplored GG-NER-
dependent mechanism. It is only very recently that we began to understand the impact of RNAPII levels on gene expression
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and cell survival. Thus, understanding the mechanisms that governs RNAPII degradation in response to UV irradiation is of
vital importance.

ROLE OF ERM PROTEINS IN OVARIAN CARCER DEVELOPMENT
Lujea NC', Masner M?, Cabalier ME2, Martinez E?, Alcair W?, Villata A%, Martinello M?, Kunda P?.
ICentro de Investigacion en Medicina Traslacional Severo Amuchastegui (CIMETSA - IUCBC). Cérdoba, Argentina.
°Hospital Nacional de Clinicas. Cérdoba, Argentina.
E-mail: noelujea@gmail.com

Epithelial Ovarian Cancer (EOC) is a highly proliferative and metastatic malignancy. During EOC dissemination, cells that
detach from the primary tumor are moved by the peritoneal fluid into the peritoneal cavity where, despite of being immersed
in a liquid medium, they are capable of proliferate and aggregate to form tumor spheroids. Our goal is to understand the basic
mechanisms of peritoneal metastasis, which might help to find diagnostic/prognostic tools that could allow the improvement
of the therapeutic approach. We propose that the structural role of the ERM proteins (Ezrin/Radixin/Moesin), activated by
phosphorylation (P-ERM), is key to ensuring cell survival, proliferation and tumor formation in peritoneal fluid. We used an
in vitro model of spheroids generation in soft agar using SKOV-3 ovarian cancer cell line. We generated an Ezrin mutant with
CRISPR-CAS9 system (Ezrin-/-) to evaluate the role of the ERM in spheroids formation. Through IF and microscopy
experiments, we found that Ezrin-/- failed in forming spheroids in soft agar because cells are unable to divide. This phenotype
could be rescue with ConA, a tetravalent lectin, suggesting that Ezrin may play a structural role that allow cells to proliferate
and survive in soft environments. In order to evaluate the relationship between P-ERM and EOC development, we analyzed
the intensity and distribution of P-ERM in human ovarian carcinoma samples provided by the Hospital Nacional de Clinicas
of Cdrdoba, Argentina. This project has the approval from the HNC-CIEIS. The results showed that there is a difference in
expression levels and distribution of P-ERM in relation to malignancy, being higher in invasive papillary carcinomas and
lower in endometrioid carcinomas. We propose that the ERM proteins, activated by phosphorylation, play a crucial role in
favoring the development of intraperitoneal metastasis and their activation is positively related to malignancy, therefore they
could be evaluated as a potential EOC biomarker.

MECHANISMS UNDERLYING REPLICATIVE LIFESPAN EXTENTION IN YEAST
Valentina Salzman, Pablo S. Aguilar
IFIBYNE-CONICET (Instituto de Fisiologia, Biologia Molecular y Neurociencias), CABA, Argentina
E-mail: vsalzman@iibintech.com.ar

Eisosomes are plasma membrane (PM) domains concentrating lipids and proteins. In Saccharomyces cerevisiae, these domains
are shaped as 200-400-nm long and 50-nm-deep invaginated furrows structured by scaffolds composed mainly by two
cytoplasmic proteins Pill and Lspl. Deletion of PIL1 leads to disappearance of invaginations, very few and large clusters
persist at the PM concentrating a fraction of the original eisosomal proteins (eisosomes” remmants). We study eisosomes” role
in aging measuring the number of daughters produced by yeast mother cells of a dividing culture (replicative aging model,
RLS). Performing RLS assays we found that knockout strains for PIL1 have significantly extended longevity. A decrease in
the concentration of glucose or certain amino acids in the culture medium extends RLS in S. cerevisiae. Eisosomes are storage
compartments of many nutrients transporters and the importance of proper eisosome organization for protein functionality has
been demonstrated for arginine permease Canl. In addition, deletion of arginine or tryptophan eisosomal permease genes,
CAN1 and TATZ2, respectively, decreases amino acid cytosolic contents and correlates with an extension in RLS. Based on this
evidence, we propose that the absence of eisosomal organization leads to a nutrient- imbalance state and/or alters nutrient
signaling extending RLS. We found that the kinetics of glucose consumption associated to eisosomes” disassembly is not
significantly different from WT strain, suggesting that the extension of longevity in pill mutant is not given by a difference in
glucose consumption. While the importance of proper domain association for protein functionality has been demonstrated for
Canl, the role of eisosomes in Tat2 functionality and / or availability was unknown. Measuring 3HTrp import in vivo we found
that PIL1 deletion does not generate a decrease in Trp incorporation. Therefore, a deficiency in Tat2 activity does not seem to
be underling the RLS extension mechanism in study. General Aminoacid Control/ Gen4(ATF4)-depending pathway activity
was determined performing reporter gene assays with lacZ gene under the control of GCN4 3"UTR region in eisosomal
mutants. In conjunction with cytosolic amino acid quantifications these experiments will enable us to determine whether an
aminoacids imbalance state is underlying eisosome disassembly-dependent RLS extension. This study will provide a
comprehensive resource for analyzing domain structuration role in aging in yeast which should also be valuable for
understanding similar phenomena in other organisms.

REGULATION OF THE INTEGRATOR COMPLEX BY SUMO CONJUGATION

Bragado L, Magalnik M, Srebrow A.
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In addition to protein-coding genes, RNA polymerase Il (Pol 1) transcribes numerous genes that correspond to non-coding
RNAs, including small nuclear RNAs (snRNAs). snRNAs are not only a fundamental component of snRNPs, the
ribonucleoprotein particles that conform the spliceosome but also some of them are necessary for Pol Il transcriptional activity.
Although the functions of snRNAs are well understood, the regulation of their biogenesis is still a matter of deep investigation.
snRNA genes share common features with protein-coding genes, including the relative positioning of elements that control
transcription and RNA processing. However, there are important differences in the set of proteins required for proper
expression of these two gene types. Particularly, while CPSF complex is in charge of 3* end formation and polyadenylation of
pre-mRNAs, the Integrator complex is responsible for 3’-end processing of snRNAs. Moreover, this multimeric complex
composed by 14 subunits is also known to regulate the expression of other transcripts, such as PROMPTs and eRNAs.
Nevertheless, how Integrator activity is regulated remains unclear. SUMOylation is a reversible post-translational modification
consisting in the conjugation of SUMO (small ubiquitin-related modifier) peptides to different target proteins. It mainly
modulates intra- and inter- molecular interactions and consequently the function of diverse cellular proteins. Years ago, our
lab reported the influence of SUMOylation of spliceosomal proteins on spliceosome assembly and catalytic activity. We are
currently studying the involvement of SUMO conjugation in sSnRNA biogenesis. We have observed that modifying global
SUMOylation levels in mammalian cell lines alters the proportion of nascent vs. mature sSnRNAs. Furthermore, we have shown
that several subunits of the Integrator complex are modified by SUMO. In particular, INTS11 SUMOylation is regulated by
USPL1, a SUMO-isopeptidase that localizes in Cajal bodies, nuclear compartments involved in SnRNA expression and snRNP
maturation. Having identified the target lysine residues of this modification within INTS11 and generated a SUMOylation
deficient mutant of this protein, we found that this mutant is unable to achieve proper 3’ end processing of precursor snRNAs.
While INTS11 SUMOylation-deficient mutant preserves its interaction with the other two subunits of the catalytic module
(INTS11/INTS9/INTS4), this post-translational modification seems to be important for proper assembly of the whole
Integrator complex. Moreover, INTS11 SUMOylation mutant showed decreased recruitment to chromatin and a more
cytoplasmic localization, compared to the wild-type protein. Taken together, these results represent a novel regulatory
mechanism for the function of the Integrator complex.

PKC MODULATION ALTERS STAPHYLOCOCCUS

AUREUS SURVIVAL IN EPITHELIAL CELLS
Benito Rodriguez PG, Colombo MI.
IHEM, CONICET, FCM, UNCuyo, Mendoza Argentina.
E-mail: guadabenitol8@gmail.com

Autophagy is a degradative cellular mechanism activated in response to different stress conditions. This process is in charge
of eliminating old organelles and accumulated or misfolded proteins. The sequestered material is degraded, and the generated
molecules are recycled and translocated back to the cytoplasm to be reused by the cell. Interestingly, while some pathogenic
microorganisms (bacteria, viruses, and parasites) are removed by autophagy, some others are benefitted by autophagy.
Staphylococcus aureus is a Gram-positive bacterium responsible for serious infectious processes and this pathogen modifies
the autophagic pathway to invade and replicate into host cells. The S. aureus-containing phagosome is clearly marked by the
autophagic protein LC3. Furthermore, after internalization S. aureus induces, at early times post-infection, the formation of
dynamic tubular structures decorated not only with LC3 but also with the small GTPases Rablb and Rab7. These tubules
generation seems to be required for efficient bacteria replication. Finally, S. aureus escapes from the autophagosomes and
once in the cytoplasm, the bacterium induces apoptosis through a caspase-independent mechanism which allows the infection
to spread. The transit of S. aureus via the autophagic pathway is beneficial for pathogen survival, replication, escape, and the
death of the host cell for further dissemination. We have previously demonstrated that PKCa has a role in the regulation of
autophagy induced by S. aureus infection, showing the recruitment of PKCa to the phagosomes containing S. aureus, and that
this association is dependent on the toxin a-hemolysin (Hla). In addition, overexpression of PKCa during infection caused a
marked decrease in the recruitment of the autophagic protein LC3 to phagosomes containing the bacteria. In the present report
we used CHO cells stably overexpressing GFP-LC3. Cells were infected with a S. aureus mutant deficient for Hla but
complemented with an Hla plasmid. At different post-infection times (1 to 6 hpi) the recruitment of the autophagic protein
LC3 to the S. aureus-containing-phagosome was determined in cells subjected to different treatments. In order to modulate
PKC activity we have employed three different compounds: dbcAMP (a membrane permeable cAMP analog) that via PKA
activates PKC; PMA (phorbol-12-myristate-13-acetate) a PKC activator and Go6976 a specific PKC inhibitor. In order to
analyze the dynamics of these structures, living cells were analyzed by confocal microscopy. Our results indicate that the use
of PKC activators inhibits the autophagy response and the formation of the S. aureus filaments as well as the recruitment of
LC3 to autophagic vacuoles, induced by the bacteria, at different post-infections times. Furthermore, our results indicate that
a positive modulation of PKC causes a marked inhibition of bacterial replication, decreasing their survival.
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USING HAP2 FOR IDENTIFICATION OF GAMETE FUSOGENS
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The fusion of the biological membranes is not spontaneous. Specific proteins, called fusogens, catalyze this fusion in a precise
way and under strict spatial and temporal control. In contrast to enveloped virus fusion and intracellular fusion, the fusogens
that catalyze cell fusion are hardly known. In this sense, different research work shows that the HAP2/GCS1 protein is involved
in the fusion of gametes of organisms as diverse as: Arabidopsis thaliana, Chlamydomonas reinhardtii, Tetrahymena
thermophila, Plasmodium falciparum and Dictyostelium discoideum (Speijer et al. 2015, doi: 10.1073/pnas.1501725112). In
collaboration with others, our group showed that A. thaliana HAP2 (AtHAP2) is enough to promote cell-cell fusion. This
positions this protein as a true cell fusogen. Through phylogenetic and structural studies of HAP2, somatic cell fusogens (FFs)
and class Il viral fusogens we found out that these proteins share common ancestry (Valansi et al. 2017, doi:
10.1083/jcb.201610093). Furthermore, they are all involved in membrane fusion processes in the extracellular environment.
Accordingly, we call this superfamily FUSEXINS (FUSion proteins essential for Sexual reproduction and EXoplasmic merger
of plasma membranes). Fusexins are ancestral and, therefore, they are present in most eukaryotic lineages. However, they have
not been detected in fungal and vertebrate genomes yet. The aim of this study is to identify and characterize candidate genes
to participate in the gamete fusion reaction in humans and other species of interest. In this way, the purpose of this research is
to contribute to the understanding of a basic life process such as fertilization. In this work, the mating of yeast Saccharomyces
cerevisiae is the gamete fusion model used for the identification and characterization of cellular fusogens. Different
investigations support a model in which the integral plasma membrane protein Prm1 controls the fusion mechanism to prevent
cell lysis. In the absence of extracellular calcium and Prm1, the cell fusion reaction is deregulated. This leads to a decrease in
cell fusion efficiency and to cell lysis as a by-product. This work uses this phenotype of prm1 mutants to evaluate whether
AtHAP2 can complement its fusion defect. If it can complement, we will be able to carry out a genetic screening to search for
mutants that are incapable of forming diploids and that are only complemented by AtHAP2. The genes affected in these
mutants will be considered as candidate genes involved in cell fusion. In addition, the high conservation observed between
HAP2, viral fusogens and FFs, suggest that it is possible that this research contributes to understanding mechanisms involved
in viral invasion and in tissue development dependent on cell-cell fusion.
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G-QUADRUPLEXES REGULATE miRNA-150 BIOGENESIS.
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Guanine quadruplexes (G4s), are non-canonical nucleic acids secondary structures formed by the stacking of at least two
guanine tetrads bonded by Hoogsteen hydrogen bonds. Intramolecular G4s are dynamic structures transiently formed in G-
rich ssDNA or RNA. RNA G4s have been reported as regulators of mRNAs translation and RNAs metabolism and processing,
participating in processes such as splicing, polyadenylation of pre-mRNA and maturation and function of microRNAs
(miRNASs). Although the formation and function of G4s have been demonstrated in vitro and in cellulo, their biological
relevance in vivo has been little explored. It has been reported that G4s formed by pre-miRNAs (precursors of miRNAs that
will be processed by the Dicer ribonuclease to produce miRNAs) may compete with the classical stem-loop structure and
reduce Dicer capability to generate the mature miRNAs. Since miRNAs play important roles in the regulation of gene
expression during embryonic development, here we use zebrafish embryonic development as a model to study G4 biological
consequences on miRNA biogenesis and function. We performed an in silico search of putative G4 sequences (PQSS) in pre-
miRNAs reported for zebrafish using the miRBase and Ensembl databases and the Quadparser program with the consensus G..
oN1:GsN..G::N.-G:sN... We identified one miRNA (miR-150) whose pre-miRNA contains a conserved PQS that is part of the
predicted stem-loop and it is partially complementary to the mature miRNA. Through circular dichroism spectroscopy, we
showed that this PQS folds in vitro as G4, which could interfere in the processing of the miR-150 by acting as a regulatory
element. One of the best described and conserved targets of miR-150 is c-myb, a gene involved in proliferation and
differentiation of hematopoietic progenitors with a well-defined knock-down phenotype in zebrafish development. We
performed in vivo analysis of the function of the G4 structure as regulator of the biogenesis of miR-150 during zebrafish
embryonic development through the overexpression by microinjection of the in vitro transcribed pre-miR-150 (capable of
folding as G4) or the same RNA in a form unable to fold as G4 (7dG-pre-miR-150, synthesized using the nucleotide analog
7-deaza-GTP instead of GTP). 7dG-pre-miR-150 injected embryos showed higher levels of miR-150 and lower levels of c-
myb mRNA than those embryos injected with pre-miR-150. Results suggest that the G4 formed in pre-miR-150 may function
in vivo as a regulatory structure that may compete with the stem-loop structure necessary for Dicer processing. Near future
experiments will try to better characterize the structural relation between G4 and stem-loop, as well as completing the in vivo
analysis by characterization of the phenotypes related to thrombocyte-erythrocyte lineage determination in zebrafish larvae
overexpressing miR-150 (and reduced in c-myb levels) as a consequence of the microinjection of pre-miR-150 or 7dG-pre-
miR-150.
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HEMIN AND ALPHA 2-MACROGLOBULIN, TWO LRP1 LIGANDS, INDUCE

AUTOPHAGY IN LEUKEMIC ERYTHROBLASTS
Jacob J, Castro Pérez S, Reta P, Vieyra C, Fader CM
Laboratorio de Biologia Celular y Molecular, Instituto de Histologia y Embriologia, (IHEM), Universidad Nacional de
Cuyo, CONICET, Mendoza, Argentina
E-mail: jujacob@mendoza-conicet.gob.ar

During erythropoiesis, the erythroid precursors undergo a series of physiological changes necessary for the maturation of the
red blood cell. These changes involve the remodeling of the membrane, the decrease in cell volume, the production of
hemoglobin and organelle clearance, such as mitochondria and ribosomes, after enucleation. Autophagy is a cellular process
related to the engulfment of cytosolic macromolecules and whole organelles into double membrane vesicles called
autophagosomes which then fusion with lysosomes for the cargo degradation. This process is activated in response to different
stimuli like situations of stress, starvation (deprivation of serum and amino acids) and treatment with hormones. Autophagy,
particularly mitophagy and ribophagy, plays a fundamental role during erythropoiesis, allowing the correct maturation of red
blood cells. LRP1 (low density lipoprotein receptor related protein 1) is a transmembrane receptor involved in a wide range of
cellular processes such as proliferation, differentiation, metabolism, apoptosis, autophagy and in the elimination of the hemin-
hemopexine complex. Our results suggest that both hemin and alpha 2-macroglobulin (LRP1 ligands) trigger the autophagic
pathway, modifying the levels of this receptor in K562 cells. K562 cells are derived from patients with chronic myeloid
leukemia and are widely used as a model for erythroid maturation and differentiation. The study of autophagy associated with
the role of the LRP1 receptor during differentiation and erythropoietic maturation is important to the development of possible
treatments against different hematopathologies such as anemia and leukemia.
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ANTIOXIDANT SUPPLEMENT AS PREVENTION OF POSTOVULATORY IN VITRO
OOCYTE AGING
Wetten P.A.2, Klinsky Lahoz O.G.*?, Michaut M.A.123
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After ovulation, mature oocytes only have a short optimal time span for fertilization to take place. If not fertilized in time,
these oocytes will undergo a time-dependent quality degradation process called postovulatory aging. In assisted reproduction
technologies (ART), oocytes are inevitably subjected to postovulatory aging. Although quite significant technical progress has
been made to improve ART technologies, poor oocyte quality is the key factor closely associated with ART failure.
Understanding the underlying mechanisms in the oocyte aging process and finding chemicals that can reverse postovulatory
aging are two of the most important research topics today. In a previous work, we showed that ROS levels increased during in
vitro mouse oocyte aging. In addition, we also observed that: 1) cortical granules density (CGD) decreased, indicating a
premature exocytosis, and 2) the localization of alpha-SNAP and NSF, two proteins involved in membrane fusion during
cortical granule exocytosis, were altered in postovulatory in vitro aged oocytes. Dithiothreitol (DTT) is a dithiol with two end
sulfhydryl groups that works as an antioxidant. We hypothesized that DTT treatment might prevent the aforementioned
alterations during in vitro mouse oocyte aging. Mature oocytes were obtained from hormonally stimulated CF-1 female mice
of 8-12 weeks of age. For achieving in vitro aging, oocytes were collected 16 h post hCG (time 0 h, control oocytes) and in
vitro cultured by 4 or 8 h (aged oocytes) in presence or absence of DTT. ROS levels were measured using the fluorescent
indicator DCF-DA. When in vitro oocyte aging was performed in presence of DTT, ROS levels diminished significantly to
similar levels observed in control oocytes. To determine the effect of DTT on the premature cortical granules exocytosis,
mouse oocytes were aged in presence of DTT, fixed, and stained with fluorescent LCA to label cortical granules. Results
showed that aged oocytes incubated with DTT had a CGD akin to control oocytes. Likewise, immunofluorescence indirect
analysis of the localization of alpha-SNAP and NSF, showed that in aged oocytes treated with DTT both proteins had a similar
distribution pattern to control oocytes. Altogether, these results suggest that the addition of antioxidants to culture medium
might be useful to avoid the alterations produced by the postovulatory in vitro oocyte aging and, in consequence, improve the
ART rate success.

THE MULTIFACETED MECHANISMS OF TRANSLETION DNA SYNTHESIS
INHIBITION
Okraine YV, Mansilla S*, Gottifredi V*
Equal contribution*
Fundacion Instituto Leloir-11IBBA-CONICET.
E-mail: yokraine@Ieloir.org.ar

DNA replication is challenged by the accumulation of DNA damage which, when encounter by the replisome, act as a barrier
that blocks replicative polymerases. At those sites of replication stalling, a switch from replicative to translestion DNA
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synthesis (TLS) polymerase guarantee that such DNA barriers are used as replication templates. From the many TLS
polymerases, pol eta has gained much attention as it is overexpressed in some tumors, especially those that are resistant to
treatments that challenge DNA replication by increasing replication barriers. Hence, the identification of the best method to
negatively regulate DNA synthesis by TLS polymerases may provide valuable information for the treatment of cancers during
therapies that augment replication barriers. We have identified the PCNA-binding region of the cyclin kinase inhibitor, p21,
as a potent inhibitor of the recruitment of all TLS polymerases eta, kappa, iota and Revl to DNA replication sites. As such,
we expected overlapping or more robust impairment of cell cycle parameters and replication stress markers when comparing
p21 overexpression and pol eta knock down (KD). Using UV irradiation as a source of replication barriers, the effect of global
TLS inhibition by p21 and the selective pol eta KD can be compared. Surprisingly, pol eta KD causes a stronger arrest in S
phase than p21 overexpression. Also, the accumulation of replication stress seems more extreme after pol eta KD than after
p21 overexpression. We concluded that global TLS inhibition allows the salvage of DNA replication by a pathway that cannot
be activated when only pol eta, but not the other TLS polymerases, is removed from DNA replication complexes. This indicates
that inhibitors of TLS that specifically target a single polymerase may be of interest for cancer treatment.
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CYCLIN-KINASE INDEPENDENT FUNCTIONS OF p21Waf/CIP1 IN THE REGULATION

OF THE REPLISOME
Caimi LI, Mansilla SF, Calzetta NL, Gottifredi V.
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p21Waf/CIP1 is a small unstructured protein that binds and inactivates cyclin-dependent kinases (CDKSs). Such a p21-mediated
kinase inhibition is not achieved in every cell cycle but is triggered only when cells are subjected to exogenous insults that
cause replication stress and steeply upregulate p21. In such specific conditions, p21 promotes the arrest of cells in the G1 and
G2 phases of the cell cycle. As in the absence of exogenous insults, p21 levels are low and insufficient to inhibit CDKs, p21
levels in unstressed cells were interpreted to be residual. However, we have demonstrated that such an apparently residual
amount of p21 controls nascent DNA elongation speed and origin firing during unstressed replication to preserve genomic
stability. Mechanistically, p21 levels during unstressed replication prevent the unscheduled loading of DNA polymerases with
low processivity to replisomes, favoring a normal replication speed. On the other hand, a second report has showed that
endogenous p21 limits nascent DNA elongation. While the mechanism driving the latter contribution of p21-to the control of
DNA replication speed is unknown, a recent report linked the B-catenin pathway with the control of p21 levels and the
limitation of the nascent DNA synthesis speed. We are currently attempting to identify the molecular bases of such a
mechanistic conundrum. We hypothesize that a partial p21 downregulation promotes the utilization of certain drivers of DNA
elongation while full p21 elimination favors a second mechanism that displaces the previous one. | will present data that
supports such a hypothesis and | discuss how we will attempt to explore such hidden hierarchies in the pathways controlling
DNA replication in cells.
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IN SILICO ANALYSIS OF POTENTIAL DEGRADATION PATHWAYS FOR DUAL-
SPECIFICITY PHOSPHATASES
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E-mail: tomas_peters@hotmail.com

The Dual Specificity Phosphatases (DUSP) family has several members that have differential expression patterns in different
tissues and cellular conditions. Dusp11 is a member of this family and we have found in our laboratory that it has a short half-
life and disappears rapidly as soon as global protein translation stops. Relevantly, pharmacological inhibition of the proteosome
elicited a moderate effect on Duspll turnover, suggesting that the ubiquitin-proteosome pathway is not the main route of
protein decay. Thus, we set out to analyze potential degradation pathways in silico. We focused on the chaperone-mediated
autophagy (CMA) pathway. CMA contributes to the degradation of a large, yet selective subset of cytosolic proteins in the
lysosome. The selectivity of this pathway depends on the chaperone heat shock cognate 71 kDa protein (HSC70) and in the
recognition of pentapeptide motif with a relaxed consensus (KFERQ-like motif) in the protein sequence. Then, a complex
machinery directs the degradation of CMA substrates in lysosomes. Using the KFERQ finder software
(https://rshine.einsteinmed.org/), we analyzed the presence of canonical motifs and variants known to trigger degradation via
CMA in the sequences of several DUSP orthologs. Then, we analyzed the exposure of the putative motifs by assessing the
three-dimensional structure. We used experimental information obtained by crystallography, which has been reported only for
the catalytic domain, and we made structural predictions of protein conformations using the recently described software Alpha
Fold 2. In both cases the residues in potential KFERQ motifs showed exposure on the protein surface. We performed similar
analysis for the human, mouse and rat sequences and found small synonymous variations in the residues forming the KFERQ-
like motif. Collectively, these observations allow us to propose that CMA is potentially involved in the rapid turnover of this
protein. Future work will be aimed to investigate this possibility in cultured cells. The information gathered in the present
analysis
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APPLICATION OF QUANTITATIVE IMMUNOFLUORESCENCE ASSAYS TO ANALYZE
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Zika Virus (ZIKV) is an RNA virus that belongs to the Flavivirus (FV) genus. In the last years, several unique characteristics
of ZIKV among FV have been revealed, as the multiple routes of transmission and its ability to reach different human tissues,
including the central nervous system. Thus, one of the most intriguing features of ZIKV biology is its ability to cross diverse
complex biological barriers. The main aim of this study is to contribute to the understanding of the still unclear mechanisms
behind this viral activity. We investigated an African strain and two South American ZIKV isolates belonging to the Asian
lineage, in order to characterize possible differences regarding their ability to disturb intercellular junctions. The Asian isolates
correspond to an imported (Venezuelan) and an autochthonous (Argentinian) ZIKV strain for which there is still no data
available. We focused on occludin and DLG1 expression as markers of tight and adherent junctions, respectively. For this, we
applied a quantitative immunofluorescence assay that can ascertain alterations in the cell junction proteins expression in the
infected cells. Our findings indicated that the different ZIKV strains were able to reduce the levels of both polarity proteins
without altering their overall cell distribution. Moreover, the grade of this effect was strain-dependent, being the DLG1
reduction higher for the African and Asian Venezuelan isolates and, on the contrary, occludin down-regulation was more
noticeable for the Argentinian strain. Interestingly, among both junction proteins the viral infection caused a relative larger
reduction in DLG1 expression for all virus, suggesting DLG1 may be of particular relevance for ZIKV infections. Taken
together, this study contributes to the knowledge of the biological mechanisms involved in ZIKV cytopathogenesis, with a
special focus on regional isolates.
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THE LANDSCAPE OF REGULATORY GENETIC VARIATION IN EARLY NEURAL

DIFFERENTIATION.
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The genomes of all living organisms are affected by genetic variability that in many cases can have functional effects and even
phenotypic impact, including genetic susceptibility to different pathologies. Non-coding variants, for example those affecting
transcriptional regulatory elements (such as promoters or enhancers), make an important contribution to phenotypic variability
by modulating the expression levels of a number of genes. On the other hand, although biological systems are subject to
different types of perturbations, their functions may not be altered since there are molecular mechanisms that give them
robustness. These control mechanisms are particularly important during embryonic development, which typically proceeds in
a stereotypic way. To study the impact that regulatory genetic variants have on key processes of animal development, we used
single-cell RNA-seq data from cell differentiation of human embryonic stem cells (hESCs) (Yao et at. Cell stem cell,2017) to
identify key regulators driving this process, and analyzed the distribution of single nucleotide variations (SNVs) in their
promoters. We used the R package CORTO to infer a gene regulatory network based on gene co-expression, and found 484
regulators and 3.457 targets involved in this process. The identity of these two groups was supported by an over representation
analysis of gene sets against Gene Ontology and Reactome databases. We selected promoter regions for these genes using the
UCSC.hg38 genome annotation and searched for SNVs in these regions with information taken from NCBI dbSNP
(common_all, build ID=151, genome assembly GRCh38), finding a total of 8.391 SNVs for regulators and 54.860 SNVs for
targets. To identify the subset of potentially functional variants, we used the Combined Annotation Dependent Depletion tool
(CADD) with a score cutoff of 15, resulting in 1.025 potential deleterious SNVs for regulators and 3.705 for targets. Strikingly,
while regulators have a significant higher percentage of deleterious variants within their promoters than targets, the minor
allele frequency (MAF) of these variants where significantly smaller, suggesting different selective forces acting in the
promoter regions of these two groups. In order to further analyze the SNV distributions in terms of regulatory hierarchy, we
performed differential expression analysis between differentiation stages in progenitors and neural cells, resulting in 64 and
98 differentially expressed regulators, that are candidate for driving cell state transitions. This first analysis identified
promising variants in regulator genes driving neural differentiation that could have an impact in neural differentiation and
function in humans. We have selected a set of regulators in progenitors and neural cells with multiple potentially deleterious
variants in their promoters to experimentally test the effects of the different variants and combinations in transcriptional
activity.
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CIRCADIAN CLOCK AS NOVEL THERAPEUTIC STRATEGIES FOR THE TREATMENT
OF GLIOBLASTOMA
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The circadian system temporally regulates diverse cellular processes in organs, tissues, and even in individual cells, including
tumor cells. The potentiality of the function of the circadian clock on cancer cell modulation offers a new target for novel
treatments. Here, we investigate a chrono-chemotherapeutic administration of SR9009 (agonists of REV-ERBs) and
Bortezomib in different glioma models. First, T98G glioblastoma cultures exhibited a differential temporal susceptibility to
SR9009 treatment with the lowest levels of viability during a time window going from 18 to 30 hours after synchronization.
Moreover, when Bortezomib and SR9009 were given together at lower doses in T98G cultures, the viability was significantly
reduced as compared with each drug alone. On the other hand, in vivo studies evidenced a total tumor growth inhibition (TGI)
when Bortezomib was applied at a high dose at the beginning of the day or night in a murine glioma model. On the contrary,
at a low dose of Bortezomib, the nocturnal treatment showed a greater effect on tumor volume as compared with daytime
treatment exhibiting a TGI of 70% for the night administration and only 18% for the day treatment. Our observations strongly
suggest that the chemotherapeutic treatment efficacy is subject to a tight temporal control of the circadian clock. Understanding
and delving into tumor regulation from a chronobiological viewpoint will further help to design new treatments that maximize
therapeutic benefits at precise day-times.
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REGULATORY MECHANISM OF POLYUNSATURATED FATTY ACID IN THE

PANCREATIC CANCER DEVELOPMENT
Garay, MI *?; Mazzo T?; Ferrero V!; Barotto NN?; Brunotto MN3; Fernandez Zapico ME*; Pasqualini ME 12,
Inst. de Invest. en Cs. de la Salud (INICSA CONICET). 2 Inst. de Biol. Cel. y Cat. de Biol. Cel., Histol. y Embr., FCM-UNC
3Dpto. de Biol. Bucal, FO-UNC. # Schulze Ct. for Novel Therapeutics, Mayo ClI., Rochester, MN, USA. E-mail:
isabel.garay@unc.edu.ar

Pancreatic ductal adenocarcinoma (PDCA) is one of the most aggressive and lethal cancers in the western world with a very
poor survival. A characteristic pathway in the initiation of PDAC is the activation of the lipid-modified Sonic Hedgehog (SHH)
ligand. Polyunsaturated fatty acids (PUFAs) are natural ligands of the transcription factor Gamma Peroxisome Proliferator
Activated Receptor (PPARy) which is also key to the SHH metabolic network. However, it is unknown how PUFAs regulate the
SHH signaling pathway and PPARy involved in the development of PDAC. Here we evaluated the effect of w-3 and w-6 PUFAs
on SHH and PPARYy activation on tumor progression employing the human pancreatic cancer line PANC-1 in-vitro and in KPC
knock-in transgenic mice in-vivo. PANC-1 cells were treated with PUFAs: arachidonic acid (w-6, AA), eicosapentaenoic acid (w-
3, EPA) or docosahexaenoic acid (w-3, DHA). Animals were fed with a semisynthetic diet with corn oil (w-6) or fish oil (w-3).
The mRNA was analyzed by gPCR, proteins by Western Blot and cell viability of PANC-1 by Resazurin. Gas Chromatography
was used to analyze the PUFAs profile of the PANC-1 cells and KPC mice tumors. Tumor volume was measured using a caliper.
Histological sections of lung and liver were used to count the number of metastases (H-E stain) while sections of the tumors
were used for fibrotic index assessment (Masson stain), apoptotic cells identification and counting (TUNEL assay) and SHH and
PPARYy identification (immunohistochemistry). Data were analyzed by ANOVA. In PANC-1 cells the results showed that DHA
reduced SHH gene and protein expression, increased PPARy expression levels (p<0.05) and reduced cell viability in a dose-
dependent manner (p<0.0001). Membrane lipid profile in PANC-1 and in KPC tumor cells correlated with pure and dietary
PUFAs treatment respectively. The w-3 significantly reduced tumor size (p<0.05), stromal desmoplasia (p<0.01), lung and liver
metastases (p<0.05) and SHH expression (p<0.05). On the other hand, w-3 significantly increased the number of apoptotic
cells (p<0.005) and PPARY levels (p<0.05) on pancreatic tumor. The data obtained demonstrate that w-3 PUFAs could modulate
pancreatic tumor progression through PPARy activation and SHH regulation promoting changes in the tissue environment
affecting tumor growth. Keywords: pancreatic ductal adenocarcinoma (PDAC); polyunsaturated fatty acids (PUFAs); Sonic
Hedgehog (SHH); peroxisome proliferator-activated receptor gamma (PPARYy).
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UTILIZATION OF A LIQUID FERTILIZER TO IMPROVE RHODOMONAS SP. LIPID
COMPOSITION FOR AQUACULTURE PURPOSES
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The microalga Rhodomonas sp. is important as live feed for copepod production. Thus, improving its growth and biochemical
composition is essential for aquaculture. In this work, the utilization of a liquid fertilizer as an alternative growing medium of
Rhodomonas sp. was studied. The strain was grown in cultivation bags at a final volume of 5 L at 15°C £ 1°C, light intensity
of 60 umol photons m2 s-! and under continuous light. Both culture conditions were prepared using sterile seawater and then
adding B1 (1mL/L) culture medium (control) or liquid fertilizer (LmL/L) (fertilizer condition). Then, cell density, dry weight,
lipid content and fatty acid composition of Rhodomonas sp. were determined. The use of fertilizer induced an increase in cell
number and dry weight. In addition, triacylgliceride and sterol content significantly increased when Rhodomonas sp. were
grown in the presence of fertilizer. Fatty acid composition showed that the percentage of eicosapentenoic (EPA, C 20:5n3)
and docosahexaenoic (DHA, C 22:6n3) fatty acids (FAs), the most required by copepods, significantly increased at expense
of palmitic (C 16:0) and oleic (C 18:1n9) FAs. Finally, both Rhodomonas sp. cultures (control and fertilizer conditions) were
used as living food for the native copepod Acartia tonsa, isolated from Bahia Blanca’s Estuary. Then, the reproductive success
was measured in terms of egg production. The results revealed that Rhodomonas sp. grown in the presence of fertilizer induced
a significant increase in the total number of eggs. Thus, the results presented suggest that microalgal biochemical composition
directly impacts on copepod reproduction, supporting the importance of this study to improve the production of native aquatic
species for aquaculture purposes.
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BLOCKING VERY LOW-DENSITY LIPOPROTEIN (VLDL) SECRETION, BY
MICROSOMAL TRIACYLGLYCEROL TRANSFER PROTEIN (MTP) INHIBITION,
FAVORS TUMOR DEVELOPMENT
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It has been shown that dysregulation in lipid metabolism is a general molecular phenomenon during the progression of
hepatocarcinogenesis. The mechanisms by which lipid accumulation occurs during the cellular hepatocarcinoma development
are not fully understood. Microsomal triacylglycerol transfer protein (MTP) locates in the lumen of the endoplasmic reticulum
and participates in the secretion of lipids from the liver as VLDL. The MTP inhibitor lomitapide binds directly to MTP thereby
inhibiting the synthesis of triglyceride-rich VLDL in the liver. The objective of this work was to study the effect of the
inhibition of the VLDL secretion on liver tumor development. Adult male C57BL/6 mice were subjected to a model of
chemical hepatocarcinogenesis. Animals were randomly divided into two groups. One group (Control) received vehicle
(methylcellulose, gastric probe) and another group received 5 mg/kg bw/day lomitapide (gastric probe) for 3 weeks. At the
end of the treatment, mice were sacrificed, livers were excised and weighed and tumors counted from the liver’s surface. After
treatment, lomitapide-treated mice showed increased liver/body weights ratio (2-fold) and more tumors (2-fold) than control
mice. As expected, plasma levels of triacylglycerol and ApoB-100 were decreased (-40% and -60%, respectively) in
lomitapide-treated mice compared to control mice. Liver histology analysis showed no differences between groups on tissue
and tumor architecture; however, lomitapide-treated mice presented less remaining normal liver parenchyma. Conclusion:
these studies demonstrate that inhibition of lipid secretion from the liver could lead to increased tumor development, and MTP
may be participating in tumor growth, and represent the first steps in the evaluation of the role of MTP in cancer development.
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Ferroptosis is a recently discovered type of cell death that results from iron (Fe)-dependent lipid peroxide accumulation and
has been proposed as one of the main mechanisms responsible for neuronal death in Parkinson’s disease (PD). In this
connection, Fe accumulation in several brain regions, and specifically in the substantia nigra has been reported in PD patients.
We have previously demonstrated that dopaminergic neurons exposed to a-synuclein overexpression and Fe overload display
lipid dyshomeostasis that results in triacylglycerol accumulation and exacerbated phospholipid hydrolysis. In this work, our
goal was to characterize the brain lipid profile in an in vivo model of ferroptosis. For this purpose, C57BL/6 mice were
subjected to Fe overload by performing a four-doses scheme of intraperitoneal administration (Fe-saccharate -800 or 1332
mg/kg- or vehicle). During treatment (16 days), animal welfare and locomotor activity were periodically evaluated. After
sacrifice, biochemical parameters were determined in several organs (brain, liver and kidney). Motor skills were assessed by
using open field and footprint tests. Mice exposed to Fe overload (1332 mg/kg) showed a 60% diminution of total distance
traveled, associated with a greater thigmotaxis (20%; p <0.05) and a slightly delayed right footprint. These alterations in motor
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skills were related to increased a-synuclein expression. A buildup of oxidative stress markers associated with ferroptosis, such
as lipid peroxide levels and conjugated dienes and trienes products derived from fatty acid oxidation (200% and 500%,
respectively), was detected in the brain of Fe-treated animals compared to controls (p<0.001). Liver and kidney presented a
similar profile of oxidative stress markers. Brain lipid content was altered in Fe-treated mice. Whereas increased cholesterol
(p< 0.05) and diacylglycerol (p<0.001) levels were detected, their acylated forms were decreased (p<0.05). Total brain
phospholipid levels remained unaltered in the ferroptosis model. Changes in neutral lipid profile were paradoxically associated
with diminished expression of lipases such as calcium-independent phospholipase A2 and adipose-triacylglycerol lipase. Our
results demonstrate that lipid cacostasis is associated with brain Fe accumulation, ferroptosis and motor impairment. The
imbalance in lipid acylation/deacylation processes and cholesterol accumulation reported here could be considered as
biomarkers of Fe-induced neurodegeneration and ferroptosis.
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ARE PROSTAGLANDINS INVOLVED IN THE RESTITUTION OF AN OXALATE-

DAMAGED EPITHELIUM?
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Renal collecting ducts, which are involved in the urine concentration mechanism, are immersed in an extracellular matrix with
the highest body osmolarity. This hyperosmolarity is a key signal for renal cell differentiation and for the establishment of the
urine concentration mechanism. However, hyperosmolarity can induce cell death when there is a great osmolarity change.
Renal cells activate adaptive and protective mechanisms to survive in the hyperosmolar environment. One important cell
mechanism is the expression of osmoprotective genes such as cyclooxygenase 2 (COX2). Moreover, renal ducts are exposed
to wastes coming from blood filtration that include nephrotoxic drugs and kidney stones. Calcium oxalate stones are the most
common type of kidney stone. Crystal aggregates are harmful for epithelial renal cells and tubular structures, and the damage
could lead to renal kidney disease. Our prior results showed that oxalate modulates COX2 mRNA and protein expression in
renal differentiated epithelial cells, but the role of this protein is still unknown. The aim of the present work is to evaluate
whether prostaglandins, the COX2 products, are involved in the regeneration mechanism of differentiated renal epithelial cells
damaged with oxalate. To do that, renal epithelial cells MDCK were grown in a hyperosmolar environment (512 mOsm/Kg
H20) for 72 h to get a differentiated epithelium and then subjected to 1.5 mM oxalate (Ox) for 24, 48 and 72 h. To inhibit
COX2, 10 uM NS398 was added 30 min before Ox treatment; and to restore the inhibition, PGE> (105, 10-6 and 107 M) was
added 30 min after Ox addition. After treatment, cells were harvested, counted and cell viability was determined. Cell
morphology and COX2 expression was also evaluated. Cells treated with 24 h of Ox showed a spindle-shaped morphology
characteristic of an epithelial mesenchymal transition (EMT) and NS398 addition before Ox treatment did not allow these
EMT. After 48 h of Ox cells started to recover their typical epithelial morphology. Cell treated with NS398 before Ox showed
a cobblestone morphology, but gaps in the monolayer were observed. Control conditions showed the typical epithelial
cobblestone morphology after 24 and 48 h. PGE2 addition to cells treated with NS398 and Ox did not allow the EMT at 24
and 48h. Moreover, PGE: treated cells showed a morphology characteristic of an epithelial cells (cobblestone). Ox decreased
the number of cells at 24 h and 48 h compared to controls. The treatment with NS398 before Ox addition caused a slight
decrease of cell numbers at 24 h but not at 48 h. PGE: addition did not affect cell number at 24 and 48 h. Cell viability did not
change after all treatments. NS398 induced COX2 expression and the addition of PGE: slightly decreased it. The results
showed that PGE2 may be implicated in the restitution of the differentiated epithelia damaged with oxalate, but further
experiments are needed to elucidate the molecular mechanisms involved.
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XBP-1 REGULATION OF ARACHIDONIC ACID AND GLICEROLIPIDS METABOLISM

IN RENAL EPITHELIAL CELLS UNDER OSMOTIC STRESS
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Hyperosmolarity is a key controversial signal for renal cells. Under physiological conditions, it induces renal cell
differentiation and maturation of urine concentrating system. However, abrupt changes in environmental osmolarity may also
induce cell stress that can lead to death. To adapt and survive in such adverse conditions, renal cells implement different
osmoprotective mechanisms that includes both the upregulation of cyclooxygenase-2 (COX-2) expression and prostaglandins
(PGs) synthesis from arachidonic acid (AA), and a coordinated increase in phospholipids (PL) and triacylglycerides (TAG)
biosynthesis. We previously shown that hyperosmolarity induces ER stress and activates the unfolded protein response (UPR)
in Madyn Darby Canine Kidney Cells (MDCK) through IRE1a-XBP1s pathway, and that XBP1s modulates lipid synthesis
regulating lipogenic enzymes expression. In the present work we evaluated how XBP1s modulates phospholipase A2
(PLA2)/COX-2/PGs pathway and its relationship with lipid synthesis induction under osmotic stress. MDCK cells were
subjected to hyperosmolarity (298-512 mOsm/kg H20) for different periods of time (0, 12, 24 and 48 h) and treated with
different PLA2 (cPLA2, iPLA2 and sPLA2) and IRElo inhibitors. RT-PCR studies showed that hyperosmolarity increased
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cPLA2 expression at 24 and 48 h but did not upregulate iPLA2 expression. Inhibition of cPLA2 but not iPLA2 nor sPLA2
prevented hyperosmolarity-induced lipid synthesis and lipid droplets accumulation. Furthermore, IREla RNase activity
inhibition was accompanied by a decrease in cPLA2 and COX-2 but not in iPLA2 expression evaluated by RT-PCR. Instead,
western blot analysis showed a significant increase in COX-2 protein levels when xbp1 (u) splicing was blocked by IREla
inhibitor. Our findings suggest that the UPR modulates glycerolipids metabolism under osmotic stress by regulating
CPLA2/COX-2/PGs axis.
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GLYCOSPHINGOLIPIDS ARE ESSENTIAL FOR THE CORRECT SEGREGATION OF

PHOSPHOINOSITIDES MEDIATED BY PTEN IN RENAL EPITHELIAL CELLS
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Phosphoinositides act as critical regulators of cell polarization. PtdIns(4,5)P2 is enriched in the apical membrane, whereas
PtdIns(3,4,5)P3 is basolateral, and this segregation is regulated by PTEN. The apical localization of PTEN allows the local
synthesis of PtdIns(4,5)P2 and the consequent apical recruitment of the apical protein complex required for lumen
development. We previously demonstrated that sphingolipid synthesis is essential for the correct localization of PTEN during
the differentiation of MDCK cells induced by hypertonicity, and that the inhibition of PTEN impairs MDCK cell
differentiation. In this study we transfected cells with biosensors for PtdIns(4,5)P2 and PtdIns(3,4,5)P3 and cultured them
under hypertonicity (inductor of cell differentiation) in the presence of D-PDMP (a glucosylceramide inhibitor), SF1670 (a
PTEN inhibitor) or siRNA PTEN; followed by immunofluorescence staining for gp135, an apical marker. MDCK cells
transient transfected with PLC81-PH — GFP, a Ptdins(4,5)P2 biosensor, showed a differentiated phenotype with PtdIns(4,5)P2
distributed at cell periphery, but accumulated at apical membrane in colocalization with gp135. Cells treated with SF1670
showed atypical gp135-containing lateral lumens with positive staining for PtdIns(4,5)P2. Similar results were observed in
cells treated with siRNA PTEN, suggesting that the expression and the activity of PTEN are necessary for the correct
localization of PtdIns(4,5)P2 and regulate the targeting of gp135 to induce the MDCK cell differentiation. To study the
distribution of Ptdins(3,4,5)P3 we developed an MDCK cell line stably expressing the PH domain of Akt coupled to GFP
(GFP-Akt-PH). Transfected cells cultured under hypertonicity 48 h post - confluence developed a differentiated phenotype
with apical accumulation of gp135, as wild type cells. GFP-Akt-PH was mainly associated with lateral membranes. After
treatment with D-PDMP, cells showed altered morphology with GFP-Akt-PH partially redistributed into apical membrane.
The results shows that glycosphingolipid synthesis is necessary for the correct segregation of phospoinositides mediated by
PTEN, suggesting an interplay between glycosphingolipids and phospoinositides that is essential for MDCK differentiation.
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MENADIONE AND IRON OVERLOAD TRIGGER NEUTRAL LIPID REMODELLING IN

ADIPOCYTES AND ADIPOSE TISSUE
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A growing body of evidence indicates that oxidative stress (OS) can cause an increase in preadipocyte proliferation, and
adipocyte differentiation. However, the biochemical mechanisms by which OS alters adipocyte neutral lipid metabolism are
not completely elucidated. Menadione and iron (Fe) overload are well known OS enhancers through the induction of Fenton
and Haber-Weiss reactions. We have previously demonstrated that menadione exposure (20 and 50 pM) in differentiated 3T3-
L1 adipocytes results in increased cell oxidant levels and downregulation of adipogenic genes and transcription factors. In this
work, our goal was to investigate the effect of menadione and Fe overload in neutral lipid metabolism both in adipocyte cell
culture and by using an in vivo model. For this purpose, we worked with differentiated adipocytes challenged with menadione
and C57BL/6 mice exposed to Fe overload. Differentiated 3T3-L1 adipocytes were exposed to menadione for 24 h, and then
neutral lipid profile was analyzed. For the in vivo OS model, Fe-saccharate (800 or 1332 mg/kg) or vehicle were administered
by intraperitoneal injection (four-dose scheme in 16 days). Plasma, visceral and gonadal adipose tissue obtained from Fe-
treated animals and controls were used to determine OS markers and neutral lipids. In mice, lipid peroxide levels and
conjugated dienes derived from fatty acid oxidation were increased in visceral and gonadal adipose tissue after Fe treatment.
No changes were detected in catalase activity. Moreover, OS markers from plasma were also augmented by Fe-overload. We
found that menadione-induced OS increased triglyceride content and activated lipolysis in adipocytes. Intriguingly,
monoacylglycerol and diacylglycerol levels were decreased, and no difference was observed in triacylglycerol levels in Fe-
overloaded mice. Fe treatment caused a diminution in wet weight of both gonadal and visceral adipose tissues when compared
to control animals. Consequently, the ratio triacylglycerol/g wet tissue was increased by the effect of OS. Together, our results
demonstrate that different OS inducers promote an active remodeling of neutral lipids in adipose tissue.

L1-P08-197


mailto:mfunk@inibibb-conicet.gob.ar

ENCAPSULATION OF ESSENTIAL OIL OBTAINED FROM SCHINUS AREIRA FROM
SANTIAGO DEL ESTERO. CHARACTERIZATION AND ANTIMICROBIAL ACTIVITY

AGAINST S. AUREUS
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Essential oil (EO) extracted by hydrodistillation from specimens of the species Schinus areira (Aguaribay) has been used in
traditional medicine. Previously, we reported that EO obtained from S. areira leaves from Santiago del Estero (SDE) showed
antibacterial action against Staphylococcus aureus. New studies were carried out with EO obtained in a second period, after
its chemical characterization, the biological activity and liposomal encapsulation were assayed. The liposomes with EO
encapsulated were obtained by the hydration of mixed lipid film generated from dipalmitoyl phosphatidylcholine (DPPC) and
EO with a mass ratio of 1: 1, obtaining DPPC:EO multilamellar liposomes (MLV). Then they were characterized by
physicochemical and microbiological methods. Size distribution and Zeta potential were determined by using dynamic light
scattering (DLS Horiba, Nanosizer), DPPC MLVs were used as control. Formulations of MLVs with EO showed a
significantly smaller size (p <0.05) in comparison with the control (1266.5 + 255.7 nm and 299.8 + 53.9 nm, respectively),
this could be due to a higher cohesive Van der Waals forces that favor a higher packing and a reduction in curvature as reported
for other EO. Regarding the zeta potential values of the liposomal formulations containing EO showed significantly more
negative potential values (p <0.05) than the controls, showing zeta potential values of -14.0 + 4.9 mV and -4.5 £ 2.5 mV,
respectively. This difference in the first instance would be related to the presence of components of the EO at the lipid-water
interface of the vesicles obtained. The encapsulation efficiency (EE) of formulations was determined by GC/MS spectrometry
from the liposome pellet obtained by centrifugation of the suspensions and the chemical compounds were identified by a
comparison of their retention times with those of EO leaf of S. areira. EE observed of liposome formulations was 90 + 8%,
with no changes in the chemical composition. Afterward, the antimicrobial activity of liposomal suspensions carrying the EO,
as well as the pellet of its centrifuged liposomes showed to have antimicrobial action against a grass culture of S. aureus ATCC
25923, while the supernatant did not present antibacterial activity. This shows that the EO encapsulated in the MLVs obtained,
has not lost its biological activity. However, the MIC values are a higher order with respect to methanolic solutions of pure
EO. This may be due to the fact that the EO is encapsulated in a multilamellar system that has a strong interaction with PC
phospholipids, which may be affecting the release kinetics, making the effective concentration lower. Finally, after 15 days of
refrigerated storage, a decrease in the content of EO stored close to 16%. These data presented would indicate that the MLVs
system with EO could be used as a controlled release system in an aqueous medium of EO. In order to corroborate this
hypothesis, further experiments would be conducted.
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REGULATION OF LRP1 EXPRESSION BY MODIFIED LDL AND NITRO-FATTY ACIDS

IN MACROPHAGES
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Atherosclerosis is a chronic inflammatory disease strongly associated with dyslipidemia and activation of innate immune cells
(11Cs), such as peripheral blood monocytes (PBM) and macrophages. The low density lipoprotein receptor-related protein 1
(LRP1) is a member of the LDL-receptor family, which is expressed in monocytes and macrophages. LRP1 has an active
participation in the promotion of pro-inflammatory profiles in these cells during atherosclerosis. Previously we demonstrated
a reduced expression of LRP1 in PBM of individuals with subclinical atherosclerosis. Moreover, the expression of LRP1 can
be affected by the presence of modified LDL (modLDL), mainly as aggregated LDL and oxidized LDL, which may be an
extracellular factor to promote pro-inflammatory profiles in 11Cs. Our work group also described that nitro-fatty acids (NO2-
OA), an endogenous bioactive lipid derivative, modulate expression and intracellular signaling activation of CD36, a scavenger
receptor involved with the inflammatory status of macrophages. However, the effect of NO2-OA on the LRP1 expression is
unknown. Thus, the aim of the present work is to study the relationship between LRP1 expression and inflammatory profiles
in macrophages treated with modLDL and establish whether this effect may be countered by NO2-OA. As experimental models
we used THP-1 and RAW264.7 macrophage-derived cells, which were cultured with modLDL (100 pg/ml) for different times
and then, incubated in the presence or absence of NO2-OA (5 uM). Next, the expressions of LRP1 and pro-inflammatory
factors as well as reactive-oxygen species (ROS) were analyzed. In this cellular model, treatment with modLDL impaired
macrophage migration, promoted ROS generation and induced pro-inflammatory factors, such as IL6. This pro-inflammatory
profile obtained in macrophages, after treatment with modLDL, was countered by NO2-OA, promoting an increase in LRP1
expression, inhibition in ROS generation and pro-inflammatory expression. All together these results indicate that LRP1 has
an active participation in the production of pro-inflammatory profiles in macrophages, which may be regulated by modLDL
produced in dyslipidemia disorder.
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MOLECULAR MECHANISMS UNDERLYING RESVERATROL EFFECT ON RENAL

OSMOPROTECTION: MODULATION OF COX-2 EXPRESSION
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Resveratrol (RSV) is a polyphenol naturally present in several plants. Nowadays it is sold as an over-the-counter dietary
supplement due to its antioxidant, anti-inflammatory and antitumoral effects. Paradoxically, it has been documented that RSV
may also present pro-oxidizing and pro-proliferative effects. In fact, some studies suggest that RSV treatment can result in
opposite effects depending on the cell type, its concentration, or the treatment time. Particularly in renal tissue, animal injury
models described RSV beneficial effects, while studies with chronic intake of RSV observed nephrotoxicity. Hence, RSV
effects on renal tissue are still controversial. Due to the urinary concentrating mechanism, renal medullary interstitium presents
an elevated osmolality that can abruptly change depending on the hydric state of the body, reaching values up to 800-1200
mOsm/kg H20. To survive in this environment, renal cells activate protective pathways. We have demonstrated that renal
epithelial cell line MDCK undergoes an adaptive process during the first 24h of hyperosmolarity, in which the transcription of
the osmoprotective gene cyclooxygenase 2 (COX-2) is activated, among others. After 48h these cells are already adapted and
begin to differentiate, acquiring a polarized epithelium morphology. In this work we evaluate RSV effect on adaption and
differentiation mechanisms, focusing particularly on COX-2 role. To do this, MDCK cells were pretreated with different
concentrations of RSV (1, 5, 10, 25 uM) and cultured in hyperosmolar medium (~512 mOsm/kg H20) for 24 and 48h. Cells
were harvested to obtain cell number and viability. Cell cycle, immunofluorescence (IF), western blot and RT-PCR analysis
were performed. We found that RSV significantly decreased cell number in a concentration-dependent manner at 24 and 48h.
Cell cycle analysis revealed that RSV increased S-phase and Sub-GO cell population. In addition, treated cells did not reach
typical epithelium morphology. COX-2 mRNA and protein levels were surprisingly upregulated by RSV at 24 and 48h, and
IF revealed an accumulation of the protein in cytoplasmic granules. To investigate the pathways leading to this upregulation,
we indirectly evaluated TonEBP, NF-kB and ERK1/2 pathways, which are activated by hyperosmolarity; and SIRTI
implication, a target of RSV. TonEBP target genes mRNA did not show any significant change under RSV treatment, while
NF-«B target gene mRNA presented an increase similar to that of COX-2 mMRNA. Moreover, NF-«B IF revealed an increase
in its nuclear localization. Regarding ERK1/2, treatment with ERK1/2 selective inhibitor (U0126) completely blocked COX-
2 protein expression. These results suggest that in renal cells RSV pretreatment decreased cell number and impeded typical
cell morphology acquisition; but it increased COX-2 expression, possibly through NF-xB and ERK1/2 activation.

EFFECTS TO STEARIC ACID DIET ON THE DEVELOPMENT, FERTILITY AND BODY

FAT DISTRIBUTION IN CAENORHABDITIS ELEGANS MODEL
Moran Y, Asis R
Universidad Nacional de Cérdoba, Facultad de Ciencias Quimicas, Departamento de Bioquimica Clinica, CIBICI-
CONICET, Argentina.
E-mail: yanina.moran@unc.edu.ar

Excessive intake of saturated fats and refined carbohydrates causes overnutrition, leading to a variety of diseases such as
obesity and other metabolic disorders. The diet supplementation with natural bioactive compounds with ability to reduce fat
accumulation is a strategy proposed to help fight these diseases. C. elegans has been demonstrated to constitute a powerful
model for exploring the genetic basis of fatty acid synthesis and the regulation of fat storage. In this study we proposed C.
elegans as a tool to study the metabolic disorders of excessive intake of saturated fats and the effects of natural bioactive
compounds. For this, we examined: a) the effect of stearic acid (SA) diet on growth, development, fertility and body fat of
worms, b) the effect of chlorogenic acid (CGA) on worms exposed to SA diet. The worms were exposed to low, moderate and
high SA levels during the development cycle (egg to adult), in the growth stage (adult), and multigenerational (adults
progenitors to adults progeny). In all cases, egg laid, body area, body fat storage (Oil Red O staining) and body fat content
(Nile Red staining) were measured. The results showed no effects of SA on worms exposed in the adult stage for 72 hours.
However, moderate and high SA showed a significant reduction in body area, egg laid, fat content and body fat storage in
worms of development and multigenerational assays. All these effects were normalized with the CGA added in the
multigenerational assay. The results evidence that SA diet produced a lipid reallocation between somatic and germ cells that
impacts in the development and reproduction. In addition, CGA showed a protective effect on high-lipid damage to nematodes.

ARACHIDONIC ACID INDUCES LIPID DROPLET FORMATION IN CAPSASPORA

OWCZARZAKI FILOPODIAL STAGE CELLS
Gabrielli M, Altabe SG, Uttaro AD
Instituto de Biologia Molecular y Celular de Rosario, UNR-CONICET.
E-mail: gabrielli@ibr-conicet.gov.ar



The filasterean protist Capsaspora owczarzaki is a close unicellular relative of metazoans which has become an important
model to study the origins of animal multicellularity. Its life cycle includes an adherent filopodial stage, an aggregative-
multicellular stage and a cystic stage. In order to further characterize this organism and to understand the role of lipids during
its life cycle we started to study the fatty acid composition at the different stages. In the present work we focus on the filopodial
and cystic stages. We compared the profiles of fatty-acids (as FAMES) of filopodial and cystic cells obtained by GC/MS. Cysts
showed a higher percentage of unsaturated fatty acids, mainly characterized by increased levels of arachidonic acid (20:4, n-
6) concomitantly with a decrease of palmitic acid (16:0) and stearic acid (18:0). This observation led us to the hypothesis that
arachidonic acid may be involved in the transition from the filopodial to the cystic stage. To test whether arachidonic acid
(AA) could trigger such transition we incubated filopodiated cells with different concentrations of this fatty acid. After 24 -
48 h notable morphological changes were observed at 50 to 200 uM AA: treated cells become slightly larger and more
refringent than control cells, and this effect was more evident at the higher concentrations. However, no differentiation to the
cystic stage could be detected at the moment. Fluorescence microscopy using the lipophilic stains Bodipy 493/503 and Nile
Red revealed that these morphological changes were associated with to an increase in the number and size of intracellular lipid
droplets (LDs). A similar effect was observed with oleic acid (18:1, n-9) and linoleic acid (18:2, n-6), although to a lesser
extent. Using radiolabeled cholesterol and following its incorporation and esterification by thin layer chromatography we
found that in the presence of 100 uM AA the sterol was preferentially incorporated in steryl-esters, despite a reduced uptake.
Similarly, radiolabeled acetate was converted to fatty acids that were mostly found in triglycerides. These effects are in keeping
with the accumulation of LDs induced by AA.

INVOLVEMENT OF SPHINGOSINE KINASE ACTIVITY IN COLLECTING DUCT CELL

DIFFERENTIATION DURING POSTNATAL RENAL DEVELOPMENT
Guaytima EV?, Brandan YRY, Sterin-Speziale NB?, Marquez MG?
LInstituto de Investigaciones en Ciencias de la Salud Humana, UNLaR. 2IQUIFIB-CONICET
E-mail:eguaytima@unlar.edu.ar

Nephrogenesis is completed postnatally in mammals. In this regard, the renal papilla osmolality is much lower in neonatal rats
than in adults, increasing dramatically after weaning. Previously, we demonstrated that the developmental regulation of
sphingosine kinase (SK) expression and activity leads sphingolipid metabolism to the formation of sphingosine-1-phospate
(S1P) in the neonatal period, consistent with the immature-proliferative stage of neonatal renal papilla. Thus, the aim of this
work was to evaluate the involvement of SK activity in renal papilla collecting duct (CD) cell differentiation during postnatal
development. Taking advantage of the fact that primary cultured cells retain many characteristics of their behavior in intact
tissue, primary cultures of renal papillary CD cells isolated from 10-day-old rats were performed. During the postnatal
development, the renal papilla gradually acquires a hypertonic (HT) medium. To mimic this physiological condition, cultured
CD cells were subjected to gradual increases of NaCl concentration until it reached the final concentration of 200 mM. D,L-
threo-dihydrosphingosine (tDHS) and RNA interference for SK1 were used as an SK activity inhibitor and SK1 knockdown,
respectively. Cell behavior after the different culture conditions was evaluated by immunofluorescence. We found that CD
cells acquire a higher differentiation degree when subjected to an HT environment, reflected by the establishment of
intercellular adhesions. SK1 knockdown, prior to HT treatment, caused a pronounced discontinuous distribution of a-catenin
only in transfected cells, with a clear cell junction loss. The fully differentiated epithelial phenotype of CD cells is reflected
by the presence of a primary cilium. The percentage of ciliated cells in the different experimental conditions did not show
significant differences. Instead, it was evident a switch in the cilia phenotype: cells in isotonic medium have a higher number
of short cilia, while elongated cilia were predominant in HT. SK activity inhibition with tDHS prevented the formation of
elongated cilia, but this phenomenon was partially reverted when exogenous S1P and NaCl were added to the medium
simultaneously, in the presence of the inhibitor. Altogether, these results suggest that SK activity is necessary for the
acquisition and maintenance of the epithelial differentiated phenotype of CD cells in the physiological HT environment of the
renal papilla. These findings highlight the importance of SK activity during the postnatal development.

THE BIOLOGICAL CLOCK COUNTS ON METABOLIC MATTER. EVIDENCE OF
ALTERATIONS IN LIPID BIOSYNTHESIS AND STORAGE IN CIRCADIAN DISRUPTED
HEPG2 CELLS.

Natalia M. Monjes 1,2 and Mario E Guido 1,2
!Departamento de Quimica Bioldgica, Ranwel Caputto, Facultad de Ciencias Quimicas, UNC.
2Centro de Investigaciones en Quimica Bioldgica de Cordoba CIQUIBIC-CONICET. natalia.monjes@unc.edu.ar

Living organisms have developed precise time-regulated clocks to adapt to the 24 h solar cycle of light and dark alternation.
The cellular oscillator is composed of the molecular circadian clock of transcription and translation and of a cytosolic oscillator
that may work together to temporally regulates the physiology and behavior in all vertebrates. These oscillators are present in
organs, tissues and even in individual cells to control cellular metabolisms in a circadian manner. Among the metabolisms
subject to circadian control, the synthesis and degradation of lipids seem to be one of the most highly modulated across time
at the level of total content, enzyme expression and activities. Indeed, there is evidence that the chronic mismatch between our
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lifestyle caused by modern life (prolonged artificial lighting, high-calorie diets, night work, etc.) and the rhythm dictated by
our internal clock is associated with an increased risk of various diseases, including metabolic syndrome, obesity, diabetes,
cardiovascular disease, inflammatory disorders and even cancer. In particular, the liver is a crucial organ for physiology as a
major metabolic integrator. It is a central hub for lipid and energy homeostasis, being involved in triglyceride (TG) and
glycerophospholipid (GPL) metabolism. Different factors cause a metabolic disorder which promote an abnormal lipid
accumulation in organelles named lipid droplets (LDs) -hepatic steatosis- which is the metabolic syndrome manifestation, and
it can progress to a hepatocellular carcinoma (HCC), the most common primary liver malignancy worldwide. Here we
investigated in HepG2 cells, a human HCC-derived cell line, metabolic rhythms and their link with the circadian clock in
control (B-WT) and in cells disrupted for Bmall (Bmall-knocked down cells, B-KD), one of the main components of the
molecular clock. We observed marked temporal oscillations in mRNA and protein abundance of key GPL synthesizing
enzymes (Choka, Pemt, Pcyt2 and Lipinl) as well as in TG and LD content in normal HepG2 cells (B-WT). Strikingly, when
the circadian clock was disrupted (B-KD model), lactate levels were highly increased while the lipid metabolism was severely
altered with a significant decrease in PC/PE ratio, TGs and LD content and rhythmicity, with marked changes in expression
of several enzymes as Choka and Lipin|1. These and other results obtained in our group suggest a very strong cross-talk between
the molecular clock and the GPL metabolism, and highlight a different and complex level of regulation driven by the biological
clock. Moreover, this precise and coordinated multi-task metabolic network likely responds to the cell requirements offering
a novel time-related level of organization.
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TAXONOMIC CLASSIFICATION OF 62 GENOMOSPECIES BELONGING TO THE
Bacillus cereus GROUP, USING A MACHINE LEARNING APPROACH
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The Bacillus cereus group is usually categorized into three clades, Clade 1 has pathogenic strains as Bacillus anthracis, Clade
2 is composed of Bacillus cereus sensu stricto, and Bacillus thuringiensis, the former is associated with food poisoning while
the latter is used for agronomic purposes for pest control. Clade 3 is the most phylogenetically diverse clade; the strains that
compound it have been isolated from very diverse sources. Classification between species within the B. cereus group has
proven to be very challenging, having reported multiple cases of incorrect classifications or incoherences between taxonomic
classification and genomic or phenotypic characteristics. Nevertheless, the correct assignment is of great importance because
these assignments are used to predict the performance and safety of bacteria, thus affecting their use for industrial or agronomic
purposes. We evaluated, employing the Machine Learning algorithm “Random Forest”, gene markers used for the
classification of these genomospecies. For this, we downloaded from GenBank, 2460 sequences belonging to the three clades.
Of these, 2117 were previously classified by us, while 343 were recently uploaded to the databases; all of which were quality
filtered, eliminating 267 sequences. Of the remaining 2191 sequences, 63 were not included in the analysis because they lacked
housekeeping genes, suggesting that they are incomplete. The species-level taxonomic identity of the study strains was
validated or reassigned using Average Nucleotide Identity (ANI) and multi-locus sequence analysis (MLSA). Thus, 47.13%
of the sequences recently uploaded to the database were reassigned. In turn, 5 strains were classified as new genomospecies,
named genomospecies 38, 39, 40, 40, 41, and 42. Subsequently, to generate the Random Forest-based classifier, the sequences
of 22 gene markers for each of the strains in each clade were divided into a training group and a testing group. From the
training group, predictive classification models were generated, which were shown to have accuracy values greater than 98%
to assign Clade 1, 2, and 3 species, being the classifiers based on gyrB, pyc, or lon genes those with the highest accuracy.
Finally, the testing group was used to see the error of the classifiers, being for Clades 1 and 2 less than 1% and for Clade 3,
less than 4%. Therefore, these classifiers will allow mass assignments in metagenomic analysis, as well as assignments of new
isolates of the B. cereus group with greater precision.

MI-P002-232

ANTAGONISM OF Bacillus safensis STRAIN AGAINST PHYTOPATHOGENIC BACTERIA
Xanthomonas citri pv. citri.
Olivella L, Gaido JD, Torres Manno M, Petitti T, Espariz M, Daurelio LD.
LIFiBVe, ICiAgro Litoral, UNL, CONICET, FCA. IPROBYQ, UNR, CONICET, FBIOyF.
E-mail: lauolivella90@gmail.com

Citrus canker caused by Xanthomonas citri subsp. citri (Xcc), is a bacterial disease which affects all the citrics. One alternative
to manage it is the use of antagonist bacteria. The aim of this work was to investigate the antagonist activity of Bacillus safensis
(S9) against Xcc. The activity was tested by diffusion assays. Xcc and S9 were grown overnight in Luria Bertani (LB) and
potato dextrose (PD) medium, respectively, with continuous agitation at 28°C and then, were diluted to a concentration of 108
CFU/mL. Petri dishes were covered with 15 mL of LB-agar containing 100 pL of the Xcc dilution. Once the medium was
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solidified, 4 pL drops of S9 were inoculated 3 times in each Petri dish, and the experiment was made by triplicate. After 48
hours of incubation at 28°C, the inhibition zone was measured, and the average inhibition area was calculated as A = average
area of the inhibition zone - average area of the colony. A significant inhibition area of 5.18 cm? was obtained (one-sample t-
test, p<0.05). At the same time, diffusion assays with the supernatant were made to prove its inhibitory ability. Petri dishes
were prepared as described above. The supernatant was obtained by centrifugation of the S9 culture grown in PD medium,
and then by bacteria filtration. Three filter paper discs embedded with the supernatant were placed per Petri dish, by triplicate.
The inhibition zone was measured after 48 hours and calculated the IA. A significant inhibition area of 2.29 cm? was obtained
(one-sample t-test, p<0.05). Besides, a study at genomic level comparing S9 with ten Bacillus strains was made. Different
clusters of secondary metabolite synthesis pathways were detected, three common with B. velezensis strains (surfactin,
basilicin and bacilibactin). These strains were tested as inhibitors of Xcc and they did not show inhibition (Bacillus sp and B.
megaterium) or showed less inhibition (B. velezensis). The difference might be on the expression level of the clusters. These
results suggest the potential use of S9 as a canker control agent and further studies will be necessary to identify the Xcc-
inhibitor metabolite.

MICROBIOLOGY - BIOREMEDIATION and BIOCONTROL
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BIOCONTROL OF GREEN MOULD IN ORANGES BY EPIPHYTIC BACTERIA AND

BIOACTIVE COMPOUNDS
Bello F2, Vazquez D 2, Ferreira FV®, Musumeci MA b ¢
2 Instituto Nacional de Tecnologia Agropecuaria (INTA Concordia). ° Instituto de Ciencia y Tecnologia de los Alimentos de
Entre Rios (CONICET). ¢ Facultad de Ciencias de la Alimentacidn, Universidad Nacional de Entre Rios
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Penicillium digitatum is a filamentous fungus that infects citrus fruits through injuries and wounds produced on the peel during
harvest and post-harvest handling, causing rots known as green mould. The fruits are more susceptible to this infection in
packing facilities and storage rooms, especially in those lacking appropriate hygiene, where high concentrations of spores
prevail. The decays caused by P. digitatum result in significant production losses; therefore, strategies aimed to control this
fungus are highly relevant. The application of synthetic fungicides is the mainly applied approach to control P. digitatum.
However, the intensive usage of fungicides has led to the proliferation of P. digitatum strains with resistance to one or more
fungicides. Besides, this practice poses a risk for the human health, decreases the population of fungal crop symbionts,
produces soil and water pollution and is incompatible with the organic market. These concerns demand alternative approaches,
which must be harmless to human and environmental health and fulfil the restrictions of different countries regarding to limit
values of chemical residues on fruits. Biological control and natural bioactive compounds are promising alternatives to the
control of post-harvest decays and may contribute to sustainable production of citrus. The objective of this work is to evaluate
the potential of native bacterial strains isolated from the surface of oranges and the application of a natural bioactive compound
to control P. digitatum growth. Eleven bacterial strains were isolated from oranges peel and identified by sequencing of 16S
rRNA gene. The strains corresponded to Microccus luteus, Staphylococcus xylosus, Bacillus mojavensis, Bacillus velezensis,
Bacillus subtilis and Pseudomonas psychrotolerans. Three of them showed effective antagonist performance in vitro against
P. digitaum A21, a strain resistant to the fungicide pyrimethanil previously isolated by our group. Reductions of green mould
growth by 80%-90% were obtained when culture filtrates were used by the poison agar method. Reproducible results were
also obtained upon in vivo conditions and preventive treatments. The capability of 6 pentyl-alpha-pyrone (6PP) to inhibit the
growth of P. digitatum was also assayed. This harmless compound has shown fungicide activity against different crop
pathogens and is produced by the saprophytic fungus Trichoderma atroviride, which was isolated by our group. Significant
differences were observed with respect to the control in curative treatments. These results suggested that epiphytic bacteria
and 6PP are optimal tools for the control of green mould spreading in post-harvest citrus fruits. The combination of these tools
with supplementary strategies such temperature regulation, UV irradiation and GRAS substances could lead to sustainable
management of green mould decays, preserving post-harvest quality of oranges and dispensing with synthetic fungicides.

EVALUATION OF BACTERIAL ISOLATES FROM STRAWBERRY PLANTS (Fragaria x

ananassa Duch.) AS BIOLOGICAL CONTROL AGENTS OF BOTRYTIS CINEREA.
Hirsch M, Burges PL, Villarreal NM, Marina M.
INTECH (CONICET-UNSAM). Chascomus, Pcia. de Bs. As., Argentina.
E-mail: maihirsch@intech.gov.ar

Biological control of diseases in plants consists in the use of living organisms (known as biological control agents o BCAs)
capable to eliminate or suppress the population of pathogens. BCAs can protect the plant via different ways of action: space
and nutrient competition with the pathogen, antimicrobial compounds production, biofilms formation, hydrolytic enzymes
production, induction of defense responses in the host, among others. In this work, we focus our study on bacteria isolated
from strawberry plants as BCAs for Botrytis cinerea, a phytopathogen responsible for severe economic losses for producers.
First, 103 bacterial isolates (57 epiphytes and 46 endophytes) were obtained from strawberry leaves and fruits. Then, they were
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evaluated for their potential antifungal activity by in vitro assays. The inhibition of B. cinerea’s growth by bacteria was tested
in two ways: by the synthesis of diffusible and volatile compounds on plates with potato glucose agar (PGA) medium and by
the emission of only volatile compounds using two plates placed "mouth-to-mouth™ and sealed with parafilm. From the total,
82 strains showed significant differences for the inhibition assay by diffusible/volatile compounds, and 71 for the inhibition
by just volatile compounds. Based on the results, 49 bacteria that showed statistical differences in both assays were selected
to continue their characterization. Carrying out BOX-PCR, we observed duplicate strains that presented the same molecular
pattern of bands. As a result, we have 47 non-redundant bacterial isolates with the capacity to inhibit the in vitro growth of B.
cinerea. That is a significant number of potential BCAs of that important phytopathogen to continue studying and identifying
other mechanisms of action through which they could exert biocontrol. Further studies will be performed to reduce the number
of endophytes and epiphytes with the potential of being used as an eco-friendly alternative strategy to reduce the use of
fungicides to control diseases in strawberry plants.

OPTIMIZATION OF A SITE-SPECIFIC BIOSTIMULATION STRATEGY USING
RESPONSE-SURFACE METHODOLOGY TO REMEDIATE A CHRONICALLY

HYDROCARBON-CONTAMINATED INDUSTRIAL SOIL
Molina DC*, Liporace F, Quevedo C
Grupo de Biotecnologia y Nanotecnologia Aplicada, Facultad Regional Delta, Universidad Tecnol6gica Nacional,
Campana, Argentina.
E-mail: dconde@frd.utn.edu.ar

In present times, contamination with petroleum compounds is one of the most important environmental problems, mainly in
industrial areas. The Zarate-Campana petrochemical pole, Buenos Aires, Argentina, has a history of hydrocarbon
contamination of more than 100 years, so it is relevant to recover these contaminated areas through the development of site-
specific bioremediation technologies that are compatible with the environment. In this work, biostimulation strategy to
remediate chronically hydrocarbon-contaminated soil was approached by the addition of nutrients such as nitrogen (N) and
phosphorus (P) in order to evaluate the influence of these on the growth of the autochthonous microflora. Therefore, the
response-surface methodology as a statistical tool was used to predict the optimum values of N and P concentration with the
aim of obtaining the maximum total hydrocarbon removal in the soil. Microcosm systems were carried out into flasks
containing contaminated samples belonging to RHASA refinery areas. Different N (NaNOs) and P (Na2zHPO4) concentrations
were added to each system according to central composite design and incubated at 20-25°C for 90 days. Hydrocarbon
concentration content was measured by gas chromatography as the response of the model. Results showed that the addition of
0.589 g N/kg and 0.304 g P/kg leads to the highest hydrocarbon removal efficiency, decreasing from 6881 ppm to 728 ppm.
In addition, biostimulation strategy was compared with natural attenuation and 89.71% of total hydrocarbons were removed
when the biostimulation was applied, while in natural attenuation was 72.06%. In both treatments, total aerobic heterotrophic
bacteria increased during 90 days, whereas the count of hydrocarbon degrading bacteria remained stable. The biostimulation
strategy approached in this work showed to be a promising alternative to remediate the soils of the study site.
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INHIBITORY EFFECT OF LACTOCIN AL705 ON Listeria monocytogenes BIOFILM

UNDER CONTINUOUS FLOW NUTRIENTS CONDITIONS
Melian C, Segli F, Popler D?, Vignolo G?, Castellano P!
Centro de Referencia para Lactobacilos CERELA-CONICET, Tucuman, Argentina.
2Instituto de Medicina Molecular y Celular Aplicada (IMMCA), SIPROSA-CONICET-UNT. Tucuman, Argentina.
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Listeria monocytogenes, which causes serious foodborne infections and public health problems worldwide, is one of the most
important foodborne pathogens. Some strains of L. monocytogenes are able to form biofilm facilitating their persistence in the
food-processing environments as a chronic source of contamination. Since abundant evidence indicates that the biofilm mode
of life leads to increased resistance to antimicrobials/sanitizers, new and effective strategies to control pathogen biofilms as
eco-friendly approaches involving lactic acid bacteria (LAB) and/or their bacteriocins have emerged. Therefore, the objective
of this work was to evaluate the inhibitory effect of lactocin AL705 produced by Latilactobacillus curvatus CRL1579 on L.
monocytogenes FBUNT biofilms under continuous nutrient flow using microscopic techniques. Continuous-flow biofilms
were grown in a flow cell (76 x 18 mm, with 3 channels of 40 x 4 mm) at 10°C. Overnight-grown cultures (18 h at 30°C) were
diluted in TSB (1%), and the flow chambers were inoculated. After 2-h bacterial adhesion, lactocin AL705 at a subinhibitory
concentration (20 AU/ml) was added and TSB medium was pumped through the flow cell with a flow of 3 ml/h. The biofilms
were washed to remove planktonic bacteria, specifically stained live/dead by flushing with a 1:1000 dilution of BacLight
staining (SYTOY/propidium iodide) and examined by fluorescence and Confocal Laser Scanning Microscopy (CLSM) at 3
and 6 days of incubation. Fluorescence micrographs of the untreated biofilms on glass surface displayed greater complex
multilayered cells and strong adhering ability at 6 days of incubation than at 3. Developing biofilm-treated lactocin AL705
exhibited a structure composed of sparse cells and a greater reduction of live cells at 3 days of incubation. By employing
ImageJ software, the thresholding analysis revealed that there was a 43% reduction in cell adhesion at 3 days while 23% at 6



days in the presence of lactocin AL705. The CLSM images analyzed using the program comstat2 (allows quantification of
three-dimensional biofilm structure) showed the clumping and complex morphology of L. monocytogenes FBUNT biofilm in
untreated control surfaces. Lactocin AL705 produced a visible reduction in the biofilm formation, specifically in the biomass,
average and maximum thickness of the biofilms. Furthermore, the bacteriocin caused the dispersing and disintegrating clumps
along with collapsed microcolonies. In conclusion, anti-listeria bacteriocin from L. curvatus CRL1579 may be considered as
novel anti-biofilm strategy for the control of persistent L. monocytogenes biofilms in the food industry. Unlike bactericidal
strategies, the implementation of this approach would not impose any selective pressure for pathogen resistance development.
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IDENTIFICATION AND CHARACTERIZATION OF ALGAE METALLOTHIONEINS FOR
USE IN HEAVY METALS BIOREMEDIATION
Burdisso ML(1), Petrich J(1), Palacios O(2), Albalat R(3), Capdevila M(2), Gomez-Casati DF(1), Pagani MA(1)
(1) CEFOBI-CONICET. FCByF-UNR, Rosario, Argentina. (2) Facultat de Quimica, UAB, Bellaterra, Espafia (3) Facultat
de Biologia, UB, Barcelona, Espafia.
burdisso@cefobi-conicet.gov.ar

Metallothioneins (MTs) constitute a large and heterogeneous superfamily of low molecular mass cytosolic proteins composed
of about 30-100 amino acids. Its primary structure is characterized by a high content of cysteine residues (Cys) located in
highly conserved CC, CxC and CxxC motifs. This characteristic allows these proteins a great ability to coordinate significant
amounts of mono or divalent metal ions through metal-thiolate bonds, thus constituting metal clusters. MTs are usually the
main primary response of organisms to an inadequate type/dose of heavy metals, operating by chelation and immobilization.
In the case of algae, MTs from only two species have been found and characterized. It is strange that these proteins have not
been identified in a greater number of algae, these species being highly resistant to metals, and with a great capacity to
accumulate them. For this reason, in this work we used different bioinformatic approaches to uncover new algae MTs. Our
objectives were to establish phylogenetic relationships between MTs from the different algae taxons and to characterize some
of them for use in heavy metal bioremediation. We identified 124 potential MT sequences from algae: 26 from Chlorophytas,
51 from Rodophytas and 47 from Ochrophytas. The sequences of algal MTs are very heterogeneous. Most of the primary
structures of MTs from Rhodophytas and Ochropytas contain Cys domains and intermediate linker regions devoid of these
amino acids, similar to higher plants. However, the primary structures of Chlorophytas tend to contain Cys residues throughout
the entire sequence or very short linkers. We are currently working on the characterization of four MTs. Two correspond to
the brown macroalgae Ectocarpus siliculosus (EsilMT1 and EsilMT2), one to a red microalgae Galdieria sulphuraria
(GsulMT) and one to a green microalgae Auxenochlorella protothecoides (AproMT). EsilMT1 has a primary structure similar
to higher plants, whereas EsilMT2 has a shorter sequence with fewer Cys residues. GsulMT and AproMT consist of sequences
with more than 30% Cys residues distributed throughout their sequences. Complementation assays in MT-deficient yeasts
showed that the MTs conferred, to varying degrees, resistance to the presence of hydrogen peroxide, Zn, Cu, and Cd. When
these MTs were expressed in E. coli, they also provided a better growth performance to the bacteria in high Zn, Cu and Cd
media. The characterization by ICP-AES and ESI-MS of the MTs synthesized in E. coli showed that they have affinity for
metals in different ways. We present here these algae MTs as promising tools for metal bioremediation, with the perspectives
of expressing them heterologously in the wall of fast-growing algae, immobilizing this biomass in columns, and conducting
adsorption studies for the removal of metal ions from aqueous solutions.
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PUTATIVE NEW MECHANISMS INVOLVED IN WHEAT GROWTH PROMOTION AND

BIOCONTROL WERE DISCOVERED BY INSPECTING PGPB GENOMES
Torres Manno MA?, Gizzi FO?, Blancato VS?, Daurelio LD® Espariz M4
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Wheat is one of the principal cereals of Argentine agriculture and its cultivation is considered strategic in rotations due to its
contribution to the sustainability of the soils. Plant growth promoting bacteria (PGPB) can colonize the rhizospheres of plants,
and act as biofertilizers and antagonists of pathogens (biopesticides). Due to this, they emerged as a technological alternative
for a sustainable agricultural exploitation, as a replacement for agrochemicals. Many of these microorganisms belong to the
genus Bacillus and proliferate in soils exploited agriculturally. In this work we characterize six wheat associated strains
presenting PGPB and biocontrol properties belonging to Bacillus velezensis and Priestia megaterium (formerly known as
Bacillus megaterium). The whole genome sequences were determined using lllumina and PacBio technology and the taxonomy
identity was defined using Multiple Locus Sequences Analysis (MLSA) and Average Nucleotide Identity (ANI). A
comparative genomic analysis was processed in order to identify the plant growth promoting mechanism of these strains.
Known secondary metabolite and general PGP pathways were searched first using the GeM-Pro algorithm. This pathway
search upon the six strains and available genomes from B. velezensis and P. megaterium groups expose some of the possible
mechanisms in growth promoting and biocontrol. Additional potential pathways were searched using the antiSMASH platform
resulting in potential new pathways for P. megaterium and B. velezensis isolated strains. Another comparative genomic
analysis with these new pathways was performed with the available genomes with the aim of finding the exclusive genes that
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correspond with the differential plant growth promoting phenotypes. As result, we found exclusive pathways in the P.
megaterium strains involving Non-Ribosomal Peptide Synthases (NRPS) and Polyketide Synthase (PKS) that were not
detected in the non redundant nucleotide GenBank database. Secondly, thanks to the PacBio technology, we confirm that these
gene clusters are coded in two different plasmids. This may suggest that these are recently acquired gene clusters as a result
of adaptation to the environment.
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EXPERIMENTAL MODEL EFFLUENT BIOSENSOR OF THE SALI RIVER BASIN
Molina Al, Roldan IA, Ulloa Kreisel Z, Arce MB, Lopez Aragén M, Crespo CA
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In the Sali-Dulce river basin, the main collector is the Sali river, which during its passage through Tucuman receives effluents
from diverse industries. Previous studies determined that this basin is considered one of the most polluted in the country.
Within this water system, the Colorado River constitutes a tributary basin of the Sali with a smaller surface area, but with a
high pollutant load. In this research, the incidence of water collected in influents and effluents of industries that discharge their
contents to the Colorado River was studied in the fertilization and embryonic development of the anuran amphibian Rhinella
arenarum (characteristic of the NOA region). To collect the water, as an essential measure during the harvest, a study of the
area was carried out and the intake points were located in the tributary beds of the Colorado River. In the waters pH, electrical
conductivity, and total phosphorus content were analyzed, and employing in vitro fertilization tests, the fertilization
percentages and the analysis of embryos in different stages of their development were determined. Using a geolocation
application, the satellite area and location of the industries involved with the effluents to be analyzed, the complete route of
the Calimayo stream, and the points where the different water samples were taken from the Calimayo and San Miguel streams
(tributaries that discharge into the Colorado river). The water samples were collected: MA1 (influent that supplies the paper
industry from the Lules river), MA2 (effluent from the paper mill), MA3 (effluent from Citricola San Miguel through the San
Miguel stream), and MA4 (effluent from the paper mill and de Arcor-Misky by the Calimayo stream). MA2 and MA4
presented turbidity, abundant brown foam on the surface, industrial solid waste, and a strong irritating odor in the respiratory
mucosa, similar to the hydrogen sulfide chemical. The MA1 and MA3, unlike the previous ones, were clear and odorless. The
parameters of pH, conductivity, and phosphorus of the MA presented values within the standards. The MA2 reported
conductivity and total phosphorus values above the standard. In all MA, the fertilization percentages remained similar to the
control with 10% Ringer's solution (R10): R10: 97%; M1: 97%; M2: 97%, M3: 98%, and M4: 100%. The embryos developed
in R10, M1, and M3 did not show changes in the stages analyzed: 14 (neural groove) and 17-18 (caudal bud and muscular
response). However, in MA2 and MA4, the embryos exhibited significant changes from stage 14, most of which were delayed
in gastrula. Others showed signs of degradation. These embryos remained arrested and undeveloped at stages 17-18. Later
studies continue with the analysis of the waters and the components that affect normal embryonic development.

INOCULATION OF A METALOPHYTIC PLANT WITH ARBUSCULAR MYCORRHIZAL

FUNGI FROM LEAD CONTAMINATED SOILS
Becerra AG?!, Menoyo E?, Cabello M3, Pardo A%, Salazar MJ*
LIMBIV, CONICET-UNC, FCEFyN, UNC, Cordoba, Argentina. 2GEA, IMASL-CONICET, UNSL, San Luis, Argentina.
3Instituto Spegazzini, La Plata, Argentina. “Laboratorio de Micologia Molecular, UNQ, Buenos Aires, Argentina.
E-mail: abecerra@unc.edu.ar

The city of Cdrdoba is one of the most polluted cities in Argentina, with a large number of industrial plants located in urban
and suburban areas. At 18 km from the capital of Cordoba is the town of Bouwer, considered one of the areas most affected
by heavy metal contamination. An acid battery recycling factory dedicated to the recovery of lead (Pb) operated irregularly
between 1984 and 2005. The smelter emitted Pb into the air and leaved a large amount of slag, used by neighbors to fill and
level land. This caused numerous cases of Pb poisoning. Given the health risks and residence times of pollutants, it is necessary
to apply remediation measures such as phytoremediation. For example, the indigenous plant B. pilosa, is a metalophytic plant
species adapted to the climatic conditions and the soil of the area. The same behavior has been observed with native Arbuscular
Mycorrhizal Fungi (AMF), which are important to be used as inoculants in remediation programs. Therefore, is important to
select AMF species adapted to these contaminated sites. In the present work, the inoculation of B. pilosa seedlings with native
AMF spores from Bouwer was evaluated. Seeds of B. pilosa collected in the field were sterilized and rinsed with sterile water.
Seedlings were grown in hydroponic cultures enriched with Hoagland solution without phosphate. After 3 weeks, the seedlings
were separated into 2 treatments: 1) added a Hoagland solution plus 1 mM Pb (NO3)2 and 2) added a Hoagland solution plus
1 mM NH4NQO3. Thus, plants with Pb and without Pb were obtained to continue the experiment. After that, B. pilosa were
inoculated with AMF (300-400 spores) from Bouwer: control site (Pb: 25 pg g-1) and a site with Pb (Pb: 7027 pg g-1). Each
treatment had five repetitions and the plants were developed under controlled greenhouse conditions for 150 days. After that,
the arbuscular mycorrhizal colonization was evaluated by roots staining, observed, and counted under microscope. Arbuscular
mycorrhizal fungi structures were observed in B. pilosa roots. Besides, a higher percentage of colonization (30%) was
registered in plants with Pb and inoculated with AMF from the site with Pb compared to the rest of the treatments. This



preliminary study show that AMF isolated from contaminated sites potentially increased the arbuscular mycorrhization in B.
pilosa seedlings with Pb inside.
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USE OF COMMERCIAL FUNGAL INOCULANTS FOR

THE CONTROL OF Nacobbus celatus
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Several species of plant-parasitic nematodes are responsible for causing considerable damage in agriculture. In Argentina,
Nacobbus celatus (previously identified as N. aberrans) is widely distributed. It is a polyphagous species and produces galls
on the host roots. In the last years, the search for biological control alternatives to replace chemical nematicides has increased,
with emphasis on the use of rhizospheric organisms, including arbuscular mycorrhizal fungi (AMF) and Trichoderma spp.
AMF establish a symbiotic association with 80% of terrestrial plants, conferring direct benefits, such as the absorption of
nutrients (mainly phosphorus). On the other hand, AMF provide protection against soil pathogens, including plant-parasitic
nematodes; the same antagonistic effect is also observed with Trichoderma spp. Commercial inocula of both microorganisms
are available on the market, but their efficiency on local nematode populations is unknown. Considering a nematode
population, an experiment was performed on tomato plants by applying two commercial inocula at the recommended doses:
Rhizophagus intraradices (1 cc) and T. atroviride (dosis 2x108/ml). Treatments were: control, nematode, nematode + AMF,
nematode + T. atroviride, nematode + AMF + T. atroviride. Inoculations were carried out at transplanting. Each treatment had
five replicates; plants were grown under controlled conditions in a greenhouse for 60 days. After this time, the number of root
galls induced by the nematode was counted. In comparison with the control, individual application of AMF and T. atroviride
significantly reduced galls by 76% and 43%, respectively. The combined inoculation of the two fungi decreased the number
of galls by 48%. The results show that the two commercial inocula have the potential to reduce N. celatus damage. Since the
AMF-T. atroviride combination showed to be less efficient than the individual application of AMF, a possible antagonist effect
of T. atroviride on AMF remains to be analysed.

MI-P012-272

ISOLATION AND IDENTIFICATION OF INDIGENOUS ATRAZINE-DEGRADING
BACTERIAL STRAINS FROM BALCARCE, ARGENTINA
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Agricultural intensification and replacement of conventional tillage (CT) with no till (NT) management -in which weed control
is exclusively chemical- has escalated the application of several herbicides. In Argentina, approximately 46% of the
agricultural area is under NT, and the excessive pesticide application threatens the sustainability of the soil resource. Atrazine
is a selective herbicide for maize and sorghum crops, widely used in Argentina. Extensive use of atrazine resulted in its frequent
detection in Buenos Aires province streams. The high levels of atrazine detection in water is of great concern to human health
as, through toxicological studies, atrazine has raised as a possible carcinogen, an endocrine disruptor and a teratogenic agent.
In recent years, several studies have demonstrated the participation of soil microorganisms in the degradation of S-triazines.
The use of microorganisms or other biological agents to recover soil and water has been referred to as “bioremediation”.
However, the main disadvantage for the bioremediation of soils contaminated with s-triazine is the lack of appropriate
indigenous microbial strains, adapted to particular soils and environmental conditions were they will be used. The aim of the
present work was to isolate and identify indigenous atrazine-degrading microbial strains for future bioremediation purposes.
Soil samples were collected from the surface soil layer (0-10 cm) of five agricultural sites with a history of atrazine application
from Balcarce, Buenos Aires. To obtain indigenous atrazine-degrading bacteria, an enrichment technique was performed.
Briefly, 500 g of soil was kept during 8 months at 28 °C and once a month, atrazine was applied to a final concentration of 0.5
Kg x ha’. At the end of the atrazine loading period, bacterial strains capable of use atrazine as the only source of carbon and
nitrogen were isolated. For the identification of isolated bacterial strains, PCR amplification and sequencing of the 16S RNA
gene was performed. The resulting sequences were deposited in the Genbank database and compared to other sequences
available in the database with the NCBI BLAST server (http:// blast.ncbi.nlm.nih.gov/). From 11 isolates, four bacterial strains
were identified. Two of the identified strains, Paenibacillus massiliensis and Stenotrophomonas sp. have been reported as
plant growth promoting bacteria which are of particular interest for future analysis. Studies are in progress to biochemically
characterize the identified strains, for future bioremediation trials.
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BIOLOGICAL OXIDATION OF Y9 INDUSTRIAL HAZARDOUS WASTEWATER:
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Industrial wastewaters possess a variety of characteristics depending on the production processes where they are generated.
Many metal-mechanics industries and industrial machine and vehicle washing facilities generate oily wastewaters, classified
by the hazardous waste environmental normative as Y9 stream “Waste oils/water, hydrocarbons/water mixtures and/or
emulsion”. This type of wastewater may be reclaimed utilizing biological treatment. This work aimed to evaluate the
biological oxidation time course of an industrial Y9 wastewater using its native microbial community in comparison with a
bioaugmented process. A real industrial wastewater was used to perform a laboratory assay, which was sampled after a gravity
separation unit. The main wastewater components were biodegradable cleaning products, hydrocarbon residues, and suspended
solids in an aqueous stream. An aerobic batch reaction was carried out using a 4 L reactor with 3.3 L of wastewater, with
porous diffuser aeration at a 0.5 vvm rate. Two treatments were evaluated: raw wastewater as it was sampled and bioaugmented
wastewater by inoculation with a microbial consortium obtained from the surrounding soil of the effluent discharge, previously
grown in mineral oil as the sole carbon source. The treatments were incubated for 81 hours at 22°C and periodic samples were
taken to evaluate chemical oxygen demand (COD), turbidity, optical density, and microbial growth. Both treatments showed
areduction in COD of 73-76% in 34 hours, achieving values lower than 200 mg/L along with the oxidation reactions. Turbidity
increased doubling its initial value in the first hours, probably due to the dispersion and suspension of particles and hydrocarbon
droplets contained in the wastewater. Subsequently, the turbidity showed a decrease according to the COD values. The optical
density reflected both the microbial growth and the decrease in the COD effect. In both reactions, heterotrophic counts reach
up to 6-7 107 CFU/ml in 48 h, maintaining this concentration order along the studied period. The raw wastewater did not show
an inhibitory effect, making it evident that the native wastewater microbial community was able to biodegrade the organic
matter present, in a similar way to the inoculated one. Based on these results, it can be estimated that for a system of biofilm
reactors, which are generally more efficient than batch systems, a retention time less than that established in this experiment
would have similar biodegradation results. Thus, a hydraulic retention time of 28 hours may be adopted as a conservative
criterion using a 0.5 L/min flowrate in a continuous bioreactor pilot scale as starting operation point without external inoculum
addition.
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ANTAGONIST ACTIVITY OF LACTIC ACID BACTERIA AGAINST FUNGAL

POSTHARVEST PATHOGENS OF CITRUS
Volentini SI 1, Grillo Puertas M?, Rapisarda VA, Hebert EM?, Cerioni LY, Villegas JM*
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Postharvest diseases caused mainly by green mold (Penicillium digitatum) and blue mold (P. italicum) led to economic losses
in the Argentine citrus production, by affecting the shelf-life and quality of fresh fruits. Several synthetic fungicides are
commonly used to control the fungal phytopathogens. Their widespread use has led to the appearance of resistant isolates;
thus, there is an urgent need to develop natural and safe strategies to control postharvest diseases and to guarantee fruit
conservation through alternative technologies. Biocontrol has received much attention in the last years. Lactic acid bacteria
(LAB) are the most promising candidates to be used as fungal antagonists, since they have been reported to have strong
antimicrobial properties and are considered harmless to human health. The aim of this study was to evaluate the potential
antifungal activity of several LAB strains against P. digitatum and P. italicum, and to determine the nature of the antifungal
metabolites produced. First, inhibitory activities of Lactobacillus fermentum CRL 973, L. paraplantarum CRL 1905, L. casei
CRL 1110 and L. plantarum Q1 strains were assayed by the overlayed method as a fast preliminary screening. Based on the
inhibition halo, all strains showed an antifungal ability against both fungi, exerting a major activity against P. italicum. Next,
LAB were grown in MRS medium at 37 °C; at 24 and 48 h, cells were removed, and cell-free supernatants (CFS24 and CFS48,
respectively) were obtained by filtration. The antifungal activity of each CFS was evaluated in a 96-well polystyrene microtiter
plate containing the conidial suspensions adjust to 105 CFU/ml. Microplates were incubated during 5 d at 22°C, and conidia
germination was evaluated by observation using an inverted light microscope. Additionally, conidia viability after each time
incubation was determined. Results showed that CFS24 and CFS48 from CRL 1905 and Q1 strains, and CFS24 from CRL
973 inhibited conidia germination of P. digitatum until 5 d of incubation, while CFS of most strains delayed P. italicum
germination. It is worth to mention that the CFS inhibitory activity seems to be fungistatic, since conidia viability was
maintained after treatments. To determine the nature of the antifungal compound, the different CFS were submitted to heat,
proteinases treatment or neutralization. It was observed that most CFS lost their antagonistic properties after pH neutralization,
suggesting an acidic nature of the antifungal metabolite. In vivo assays on lemons are necessary to detect whether CFS has a
potential application for the prevention and control of postharvest diseases. Our results showed that LAB could be a promising
alternative to be used as natural preservatives in postharvest lemons to control fungal growth.
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CHARACTERIZATION OF LACTIC ACID BACTERIA AS SPOILAGE AND THEIR

EFFECTS ON THE SHELF LIFE OF MINIMALLY PROCESSED VEGETABLES
Segli F,*Melian C1, Vignolo G?, Castellano P!
1Centro de Referencia para Lactobacilos CERELA-CONICET, Tucuman, Argentina.
E-mail: patricia@cerela.org.ar

The increasing demand for fresh vegetables and for convenience foods is causing an expansion of the market share for
minimally processed vegetables (MPV). The new technologies for processing and packaging have made possible to obtain a
product ready to serve. Nevertheless, the associated risk with pathogens and loss of quality due to microbial spoilage seems to
be involved. Low refrigeration temperatures restrain the growth of spoilage microorganisms while the partial or complete
exclusion of oxygen inhibits the proliferation of Gram-negative bacteria frequently isolated from spoiled products whilst
favoring the growth of Gram positive such as lactic acid bacteria (LAB). Considerable levels of acidification, emission of
volatile organic compounds, slime formation have been associated with their metabolic activity as spoilage properties.
Recently, microbial spoilage characterized by gas and slime formation in vegetable products became a main concern of the
manufacturer. On these bases, this study aims to establish the potential spoilage LAB of vegetable origin and evaluate their
effects on the physical-chemical and sensory properties of MPV packaged under aerobic conditions at 4 °C for 15 days. The
production of exopolysaccharide, gas, biogenic amines and organic acids from LAB of vegetable origin (19 strains) was
qualitatively determined. In order to have a global view the useful features to interpret the LAB spoilage capacity a multiple
correspondence analysis was applied. Leuconostoc mesenteroides CRL950, CRL742 and L. citreum CRL1904 were selected
for presenting the highest amount of spoilage characteristics assayed. Carrots or cabbage were washed and cut into thin strips.
Samples were inoculated with each strain separately (10*-105 CFU/mL) packed in aerobic conditions and incubated at 4 °C
for 15 days. Microbiological counts, pH, and color were evaluated at regular intervals. In both refrigerated vegetables the
spoilage strains were able to grow reaching a count of ~10° CFU/mL at the end of the incubation period while the native
microbiota slightly exceeded 107 CFU/mL. The pH values were kept practically constant in the un-inoculated samples and the
greatest drop was observed in the samples treated with L. mesent CRL742. In addition, total color difference (AE) was
calculated by using L*, a* and b* values of days 0 and 15. Pronounced AE were detected for inoculated samples with L.
mesent. CRL950, CRL742 and L. citreum CRL1904 (9,19; 9,57; 9,13 in carrots and 9,05; 11,37; 15,58 in cabbage). Control
samples maintained a similar visual color of the vegetables with AE values of 2.97 and 4.34 in carrots and cabbage,
respectively. Species, belonging to the genera Leuconostoc were the main spoilage, being able to acidify and change the color
of refrigerated vegetables, causing their early deterioration. The findings suggest the need of the microbiological control of
the MPV ready-to-use to assure their quality.

LACTIC ACID BACTERIA FROM THE REPRODUCTIVE TRACT OF MARES AS

POTENTIALLY BENEFICIAL STRAINS TO PREVENT ENDOMETRITIS
Silva JA!, Castafiares M?, Mouguelar H?, Aguilar Valenciano Jt, Nader-Macias MEF?, Pellegrino MS!
!Instituto de Ciencias Veterinarias del Centro del Pais (INCIVET-CONICET), U. N. Rio Cuarto, Cérdoba, Argentina.
2Centro de Referencia para Lactobacilos (CERELA-CONICET), Tucuman, Argentina.
E-mail: mpellegrino@exa.unrc.edu.ar

Endometritis is the most frequent inflammatory disease in mares that can cause subfertility and subsequently economic losses
in horse breeding. Between 25%-60% of the cases are due to uterine infections, requiring the local and systemic application
of antibiotics, ecbolic drugs, uterine lavage, among others. The development of probiotic formulas for the prevention of
different infections in animals are consistent with the reduction of the antibiotics use to achieve more sustainable systems.
Probiotics are defined as "live microorganisms that are administered to the host in adequate amounts to produce a beneficial
physiological effect". These microorganisms should be isolated from the host in which they will be applied, based on the host
and mucosal specificity of the indigenous microbiota, in order to favor their adaptation and maintenance in the tract. Lactic
acid bacteria (LAB) are a heterogeneous group that include different genera, being Lactobacilli the most frequent
microorganisms isolated from the indigenous vaginal microbiota of mares. The aim of this work was to isolate, phenotypically
identify and evaluate surface-adhesive properties of LAB from mare’s reproductive tract. Vaginal swabs samples obtained
from 15 healthy mares from Cérdoba (Argentina) were seeded on MRS agar pH 5.5 and incubated at 37°C during 24-48 h.
Phenotypic identification was performed by morphological and phenotypic characteristics as Gram staining, catalase reaction,
nitrate reduction and indol production. Also, surface-adhesive characteristics as hydrophobicity, auto-aggregation, biofilm
formation and exopolysaccharide (EPS) production were evaluated. Thirty strains were isolated from the swabs, and on the
base of phenotypic results, 96.66% of the microorganisms were included in the LAB group. According to the morphology of
the strains, 43.33%, 16.66% and 40% were cocci, coccobacilli and bacilli, respectively. All the strains showed a range of auto-
aggregation from medium (36.66%) to low (63.33%), and low degrees of hydrophobicity. The biofilm formation of the strains
was performed in different culture media: MRS and LAPTg with and without Tween (-T). In general, an increased biofilm
formation was observed in media without the surfactant, being the biofilm formed in LAPTg-T higher than in MRS-T. Also,
colonies grown on agar medium with different carbohydrate sources were macroscopically observed, and EPS (+) strains were
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evidenced by their ropy/mucous phenotype. From the evaluated strains 43.33% were EPS (+) in the media with different source
of sugars. These results contribute to advance in the characterization of host and tract-specific beneficial LAB strains for their
further selection and inclusion in the design of a probiotic product to prevent equine endometritis.

IN VITRO INHIBITION ASSAY OF COPPER SULPHATE AS FUNGICIDE AGAINST

WHITE THREAD BLIGHT FUNGAL ISOLATES
Dominguez FGt, Vereschuk ML, Zapata PD:, Alvarenga AE
*UNaM, FCEQyN, InBioMis, Laboratorio de Biotecnologia Molecular. :CONICET.
E-mail: fgdfacundo@gmail.com

White thread blight is a disease caused by a fungal complex that causes drying of leaves, stems and branches in Yerba mate
and tea plants and causes serious losses in the yield of these crops. Conventional synthetic fungicides are largely considered
as the most effective and cost-efficient means for disease management. One of the most used broad-spectrum fungicides for
the control of foliar diseases is copper sulphate pentahydrate. Sensitivity of the pathogens to copper varies greatly, depending
on the product and the fungus. However, to date, no published studies are available on the inhibition/tolerance to copper
sulphate concentrations of the white thread blight fungal isolates. This research investigated the grow inhibition of seven
isolates (ACK2, AFE1, ASD4, AKD2, ACJ2, ACB1 and APC1) associated with white thread blight disease by the poisoned
food method. Czapek agar medium was supplemented with copper sulphate pentahydrate (CuSO4.5H20) at concentrations of
100ppm, 500ppm, 1000ppm and 5000ppm. Twenty milliliters of each sterile medium were dispensed into Petri dishes and
inoculated with a 5mm disc cut from the periphery of a 7 days-old culture. Each isolate was inoculated onto two plates and
incubated at 28°C. Mycelial growth of the isolates was determined by linear measurements of colony diameters with an
electronic caliper at four intervals. To determine fungicide or fungistatic effect the discs which concentrations that completely
inhibited growth were inoculated in Potato Dextrose Agar (PDA) medium. Three isolates (AKD2, ACB1, AFE1) showed a
maximum inhibition of mycelial growth at 500ppm. Additionally, two isolates (ACK2, ACJ2) were inhibited at a concentration
of 1000 ppm. Maximum effect of inhibition of growth was observed at the highest concentration at 5000 ppm. In
fungicide/fungistatic assay we verified that at 1000 ppm copper sulphate acts as a fungistatic, inhibiting the development of
the fungus but without causing its total elimination. These results suggest that white thread blight pathogens are sensitive to
copper sulphate-based fungicides.
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MANNITOL PRODUCTION BY FRUIT-ORIGIN Fructobacillus STRAINS USING A

FRUCTOSE-RICH SYRUP-BASED MEDIUM
Mohamed F?, Ordofiez O?, Raya R, Mozzi F!
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Mannitol is a low-calorie sweetener used in the food and pharmaceutical industries. Fructobacillus species reduce fructose to
mannitol thanks to their fructophilic metabolism. In this work, we aimed to study mannitol production by fruit-origin F.
tropaeoli CRL2034 and Fructobacillus sp. CRL2054, using a minimized culture medium (FYP-based) containing fructose-
rich syrup as carbon source under optimized culture conditions. Fermentations with a 2-L bioreactor were performed at pH 5.0
and 30 °C under stirring conditions (130 or 200 rpm for CRL2054 or CRL2034, respectively) for 24 h. Two different total
saccharide contents (10 and 20%, m/v) were assessed for each strain. Mannitol yield (mannitol production/consumed fructose)
was close to 100 % for both strains using a sugar concentration of 10 %; however, higher mannitol concentrations were
achieved when 20 % sugar was used (77-79 g/L compared to 47-51 g/L with 10 % carbohydrates). Mannitol crystals were
isolated from 24-h fermentation culture supernatants using 20 % sugar. For both producer strains, the physicochemical
properties of the mannitol crystals were highly similar to those of high purity commercial mannitol. These results showed that
fermentations of fructose-rich syrup-based medium by selected Fructobacillus strains at constant pH are an interesting
alternative for mannitol production.
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PARTIAL CHARACTERIZATION OF BIOSURFACTANTANTS PRODUCED BY

HYDROCARBON-DEGRADING PSEUDOMONAS
Zangari CA! Terranova R?, Raiger lustman LJ!?
1. IQUIBICEN-CONICET - 2.Dpto de Quimica Biologica. Facultad de Ciencias Exactas y Naturales. UBA
E-mail: carminzangari@yahoo.com.ar

Auvailability of hydrophobic compounds is a key factor for their biodegradation. Because of that, the use of surfactants was
proposed for Surfactant Enhanced Remediation (SER) or Surfactant Enhanced Oil Recovery (SEOR) and the use of
biosurfactants became interesting because of their chemical properties and biodegradability. Previous studies from our group



showed that Pseudomonas extremaustralis and Pseudomonas sp. KA-08 were able to produce biosurfactants of different
chemical nature using diesel or kerosene as their sole carbon source. In this work we continued the analysis of those
compounds, using different growth conditions, carbon sources and extraction methods to improve their production. P.
extremaustralis was able to degrade long chain alkanes only when cultures were carried in microaerobiosis, but a recombinant
strain carrying a plasmid pGEc47, that contains the alk genes from P. putida GPo1, allowed the use of medium chain alkanes
and to develop in aerobic growth conditions. On the other hand, Pseudomonas sp. KA-08 showed to be an excellent xylene
and toluene degrader but was unable to use alkanes as carbon source. For P. extremaustralis and P. extremaustralis/ pGEc47
two growth conditions were assayed. Microaerobiosis cultures were carried out in 50 ml E2 minimum medium supplemented
with 2% diesel and KNO: as electron acceptor, in 100 ml capped bottles without agitation. Aerobic cultures (only for P.
extremaustralis/ pGEc47) were carried out in the same media but using 50 ml of culture in 500 ml bottles and 280 rpm. To
analyze if an extra carbon source could enhance surfactant production, 0.05% glucose addition was also tested. For
Pseudomonas sp. KA-08, cultures were grown in aerobiosis with three different carbon sources: 10% kerosene, 0.1% toluene
and 1% xylene. After 7 days, cultures were centrifuged, and the supernatants were separated into two halves. One half was
filtered with a 0,22pm pore cellulose ester filter and the second half remained without filtration. All the samples were then
acidified up to pH 2, left overnight at 4°C and centrifuged at 12000 rpm, 4°C for 20 minutes. The pellets were resuspended in
1 ml 0.1mM TrisHCI (pH 8), extracted with ethyl acetate and concentrated by Rotavap. Finally, these crude extracts were
resuspended in 0.5mL ethyl acetate and analyzed by TLC. P. extremaustralis and P. extremaustralis/ pGEc47 showed similar
glycosidic compounds (Molisch staining), but only P. extremaustralis/ pGEc47 presented also a putative aminoacidic
surfactant in the unfiltered samples (Ninhydrin staining). On the other hand, Pseudomonas sp. KA-08 showed glycosidic
compounds when it was grown with kerosene or toluene as carbon source. In this case, also unfiltered samples showed spots
with different Rf than the filtered ones. Glucose addition seems to have no effect on the produced biosurfactants. This work
allows us to continue the study of these compounds and to evaluate their potential as biosurfactants.
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GROWTH AND ELECTROCHEMICAL CHARACTERIZATION OF Geobacter

sulfurreducens BIOFILMS DEVELOPED AT HIGHER TEMPERATURE THAN TYPICAL
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Since 2012 worldwide biodiesel production has increased constantly. However, biodiesel industries generate glycerol as by-
product in such quantities that it has become a burden to biorefineries. Interestingly, in the last decade several studies proved
E. coli can ferment glycerol to bioethanol and H., in an anaerobically and pH dependent manner. Also, it has been shown that
hydrogen accumulation in the culture inhibits further glycerol consumption and ethanol yields. In order to avoid this inhibitory
effect, H. is usually removed by bubbling a noble gas. On the other hand, Geobacter sulfurreducens, the most studied electro-
active (i.e. electric current producing) bacteria, has the ability to oxidize H. and may transfer the obtained electrons to a
polarized electrode. Looking forward to creating a bio-electrochemical system capable of reducing the inhibitory effect of H,
accumulation over glycerol fermentation, we propose to couple E. coli fermentative metabolism to G. sulfurreducens
electroactivity. In this work we present the first steps towards obtaining optimal condition where these bacteria can grow
together. Typically, G. sulfurreducens is cultivated at 28-30 °C while E. coli grows optimally at 37 °C. Then, it was necessary
to evaluate and characterize G. sulfurreducens growth and electrochemical response at 37 °C. For this, we grew Geobacter
biofilms anaerobically, in a three-electrode electrochemical cell, with graphite rods (i.e. working electrode) as unique electron
acceptor, sodium acetate as carbon and electron source, platinum wire as counter electrode and Ag/AgCl NaCl 3M as reference
electrode. The working electrode was polarized at 0.2 V vs reference, and current output (i.e. bacteria respiration) measured
along time. N./CO, gas was continuously bubbled into the media to complete bicarbonate buffer and avoid O. diffusing into
the cell. Initially growth temperature was kept at 30 °C until fully developed biofilms were obtained and cyclic voltammetry
and open circuit potential (OCP) measurement were performed to typify the electrochemical response. Then, temperature was
shifted to 37 °C and current evolutions as well as electrochemical assays as described above were performed. In addition, new
biofilms were developed directly at 37 °C from bacteria previously adapted to this temperature. Results obtained show similar
maximal currents at both temperatures while no significant change in the voltammetry response was observed at 37°C,
suggesting no changes in the rate limiting steps on the electron pathway from cells interior to the electrode. Moreover, OCP
curves depicted the same trend for all conditions, further supporting no significant changes in the electron pathways of G.
sulfurreducens. These results show that cultivating G. sulfurreducens at 37 °C should not be a problem, from an electroactivity
performance point of view, when selecting the best culturing condition for consortia with E. coli.
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OPTIMIZATION OF CULTURE CONDITIONS FOR THE DEVELOPMENT OF E. coli AND
G. sulfurreducens SYNTROPHIC CO-CULTURES. ENHANCING BIO-ETHANOL

PRODUCTION.
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World excess of glycerol, the main by-product of biodiesel industry, is causing traditional production and refinement industry
of glycerol to shut down while novel applications for this, now abundant, carbon source are needed. The recent discovery, in
2006, that Escherichia coli is capable of fermenting glycerol with the subsequent production of several by-products, including
ethanol, a source of clean fuels with proven less environmental impact than conventional fossil fuels, may offer a solution.
During fermentation of glycerol, Hz is also produced and if not removed inhibits the fermentation process. Specifics pH,
temperature and medium composition conditions have also been shown to be required. Our hypothesis is that growing E. coli
together with Geobacter sulfurreducens will promote and improve the production of bio-ethanol since the latter is capable of
using Hz generated by E. coli as an electron donor during its respiratory metabolism. In this work we evaluate a series of
fundamental parameters for the development of co-cultures in order to optimize the syntrophic growth of these two bacteria.
For this, G. sulfurreducens cultures were grown at different temperatures with acetate as carbon and electron source and Fe(l11)
citrate as final electron acceptor, in medium containing different concentrations of PO,3~ and KClI, since these salts can inhibit
glycerol fermentation in E. coli. Results show that G. sulfurreducens was capable of growing in all the conditions tested,
including at 37°C, the optimal temperature for fermentation in E. coli. In particular, a better growth was observed in mediums
containing 0.18g/l of PO,3~ while no significant difference was observed for different KCI concentrations. We also worked on
the development of fermentation reactor systems for the fermentation of glycerol by E. coli. For this, external N2 gas bubbling,
for removal of Hz, and pH controllers, in order to maintain medium at optimal pH 6.3, were incorporated. Growth and glycerol
consumption as well as ethanol production were evaluated during fermentative E. coli culture in modified MOPS medium with
10g/1 glycerol. Our results for these systems show an exponential growth of E. coli with production of ethanol and the
correlated consumption of glycerol. Growth was also significantly higher when compared to similar cultures grown in absence
of external N2 bubbling and/or external pH control. Taken together these results are fundamental for our work in the the
enhancement of fermentative efficiency in E. coli by means of the syntrophic growth with electro-active bacteria Geobacter,
which may give place to novel biofuel production technology. Work supported by UNMdP, CONICET and ANPCyT.

FUNCTIONAL FERMENTED POMEGRANATE JUICE BY USING AUTOCHTHONOUS

LACTIC ACID BACTERIA
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Nowadays, the increase in the awareness of health care by the consumers and the emerge of popular food trends such as
veganism and vegetarianism, and lactose intolerant people, lead to the development of new healthy foods. Fermented fruit
juices have gained greater preference in the market because they are source of nutritional and bioactive compounds (vitamins,
fibers, minerals, phenolic compounds). Pomegranate (Punica granatum L.) juice (PJ) is a rich source of dietary polyphenols
including ellagic acid, tannins, anthocyanins, flavonoids and punicalagin, which is the bioactive molecule responsible for more
than 50% of its potent antioxidant capacity. Pomegranate seed oil (PSO) could be used as source of punic acid, a conjugated
linolenic acid (CLNA) isomer with high anticarcinogenic and immunodulating properties. Two lactic acid bacteria (LAB)
strains isolated from fruits growing in the Northwest region of Argentina (Levilactobacillus brevis CRL2051 and
Lactiplantibacillus plantarum CRL2030) were separately inoculated (~10” CFU/mL) in pasteurized PJ (60% v/v, pH 4.50
adjusted with NaHCOz3 10%, w/v) supplemented with emulsified PSO [PSO: Tween 80 (2% v/v), 1:9 v/v]. Unfermented PJ
was used as control. Fermentation was carried out at 30 °C for 48 h; the strains grew up to 10° CFU/mL (ApH =1.06) after that
period. The consumption of sugars and the consequent production of organic acids (HPLC) were strain-dependent. A slight
reduction in the initial phenolic content (7.57-0.52%; Folin-Ciocalteau) was observed in most of fermented samples, while the
antioxidant capacity was preserved (DPPH, ABTS, FRAP). The total color difference (4E*) was more pronounced in the
fermented PJ than in the control PJ. This study demonstrates that PJ represents a suitable matrix for the development of LAB,
and can be used for the formulation of new fermented drink enriched in CLNA, with a conserved high antioxidant capacity
and total phenolic content.

ISOLATION OF NATURAL PRODUCTS WITH ANTIMICROBIAL ACTIVITY FROM

Streptomyces spp.
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The intense use of all classes of antibiotics has led to the emergence of resistant pathogenic bacteria or multiple drugs resistant
bacteria (MDR). The increasing prevalence of MDR pathogens and the quick development of cross-resistance to new
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antibiotics, both in community and hospital infections, are limiting the treatment of bacterial infections representing one of the
main causes of worldwide death. The lack of new antibiotics with new mechanisms of action, are nowadays one of the greatest
challenges for the treatment of infectious diseases. One of the major current concerns is the emergence of MDR pathogens of
the so-called ESKAPE pathogens (E. faecium, S. aureus, K. pneumoniae, A. baumannii, P. aeruginosa y Enterobacter spp.),
and the lack of new antimicrobial compounds in development to fight these infections. Based on that, our group is interested
in identifying new antimicrobial compounds from soil bacteria, including also antifungal compounds that could be used on
agronomic plants as protecting agents against phytopathogenic fungi. The Streptomyces genus are well known to produce a
wide range of natural compounds, including more than half of the natural products used in medicine. Thus, the aim of this
work is to identify and characterize different antimicrobial compounds that are produced by Streptomyces strains isolated from
soybean plants [Glycine max (L.) Merr]. So, from a strain collection isolated from rhizosphere of soybean plants, including
endophytic bacteria, a strain called N14 was found to produce a compound active against MDR staphylococci (methicillin-
resistant, macrolide-resistant, vancomycin resistant) by antibiogram assays. On the other hand, two strains (N2A and N9)
showed antifungal activity against Diaporthe aspalathi and Macrophomina phaseolina, two important phytopathogenic fungi
that bring serious problem on soybean. Subsequently, organic solvent extractions of the culture supernatant allowed us to
purify each individual compound through chromatography and bioguided assays. These studies are promising based on that
N14 strain is active against several MDR staphylococci and other Gram-positive bacteria including Mycobacterium sp. On the
other hand, N2A and N9 produced antifungal compounds that are inactive against Saccharomyces cerevisiae, which make
these compounds quite unique. Based on these results, it is possible to continue with the characterization of N14, N2A and N9
strains by means of genomic determination and bioinformatic methods. Isolation and purification of these antimicrobial
compounds will be presented and discussed. The final goal will be the determination of the three-dimensional structure of
these compounds through NMR assays.
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The development of novel functional foods is a major challenge for the food industry due to growing consumer’s demand of
healthy products. Legumes, such as chickpea, represent an attractive alternative for these food formulations due to their
nutritional value and gluten free nature. However, legumes derived flours require complementary processing for reducing their
antinutritional content (ANF) and the increasing of bioactive compounds and technological quality. The aim of this work was
to assess the effect of different processing methods on the concentration of ANF, bioactive compounds and technological
properties of chickpea flour. For this purpose, kabuli chickpeas produced in the Northwestern region of Argentina were
subjected to soaking, cooking, microwaving, germination or a controlled fermentation with a co-culture of selected lactic acid
bacteria (LAB): Lactiplantibacillus plantarum CRL 2211 and Weissella paramesenteroides CRL 2182. After processing, the
grains were milled to obtain flours and their ANF concentrations: trypsin and a-chymotrypsin inhibitors, a-amylase inhibitors
and tannins were determined by spectrophotometric methods. Bioactive compounds like total polyphenols and their antioxidant
activity were assessed by Folin-Ciocalteu reagent and DPPH radical scavenging activity, respectively, whereas the amino acid
profile was determined by HPLC. As technological parameters, the water and oil retention capacity, gelation and emulsification
of each flour were evaluated. Regarding the removal of ANF, traditional cooking was the most efficient treatment for the
elimination of protease and a-amylases inhibitors leading to minimal concentrations, whereas biological methods such as
fermentation and germination removed 65% and 50%, respectively. However, fermentation produced a decrease of tannins
content greater than 80% (4.29+0.0 to 0.85+0.3 mg EAG/100g) whereas the other treatments did not produce significant
changes. Regarding the incidence of treatments on bioactive compounds, fermentation and germination increased the
concentration of phenolic compounds from 647+26 to 1017+50 and 929+53 mg EAG/100g respectively, and enhanced the
antioxidant activity from 50% in untreated flours to 82% in fermented flours and 72% in germinated flours. Free amino acid
contents were also increased after fermentation, being Glu, Arg, Tyr and Lys the predominant. Finally, traditional cooking and
microwave treatments decreased the water and oil retention capacity of flours, whereas soaking and biological treatments
increase the oil retention capacity. Fermentation was also better than the other treatments for improving gels and emulsions
formation. Our research demonstrates that fermentation of chickpea flours with selected LAB is an efficient strategy for the
removal of ANF, the increase of bioactive compounds and the improvement of technological properties relevant for the
formulation of functional foods.
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Metabolic syndrome (MS) is one of the most relevant health problems in the world due to increased consumption of high-fat
diets and the consequent obesity. MS is a cluster of cardio-metabolic risk factors and comorbidities conveying high risk of
both cardiovascular disease and type 2 diabetes. Comorbidities associated with MS include proinflammatory state,
prothrombotic state, nonalcoholic fatty liver disease. Lactobacillus johnsonii CRL1231 (Lj) is a strain with feruloyl esterase
activity which increases the release of ferulic acid (FA) in the intestine and improves the biomarkers of MS. When the AF
esterified in bran fibers is released, it can exert its lipid-lowering effect. The objective of this work was to evaluate the effect
of oral administration of Lj on accumulation of abdominal and hepatic fat, and inflammatory state of mice with MS induced
by a high-fat diet supplemented with wheat bran (HFD+WB). Male six-week-old Swiss albino mice (n = 24) were fed for 14
weeks; they were divided into 3 groups: Control group: mice received water and normal diet; MS group: mice received water
and HFD+WB; MS+Lj group: mice received suspension of Lj (dose: 108 CFU / day / mouse) and HFD+WB. The adiposity
index (Al) was calculated: Al = [Fat weight / Body weight] x 100. Histopathological analysis of liver and epididymal adipose
tissue (evaluation of adipocyte area) was performed. Plasma levels of AST and ALT transaminases were measured by
enzymatic methods and leptin levels by immunoassay. Cytokine levels (TNF-a, IFN-y, IL-6 and IL-10) were determined by
flow cytometry. The Al was 2 times higher in MS group compared to Control group, and decreased 30% in MS+Lj group
compared to MS group. Abundance of large adipocytes (4000-8000 um?) was 9% in Control group, 57% in MS group, and it
was reduced to 20% in MS+Lj group. Plasma leptin levels were 7 times higher in MS group than in Control group, and 2 times
lower in MS+Lj group with respect to MS group. The levels of pro-inflammatory cytokines (TNF-a, IFN-y, IL-6) increased in
MS group compared to Control group, and decreased in MS+Lj group. The levels of anti-inflammatory IL-10 were reduced 3
times in MS group compared to Control group, but an increase of 2 times was evidenced in the MS+Lj group. Liver histology
revealed steatosis in the MS group and showed a reduction in fatty infiltration in hepatocytes of the MS+Lj group. Increased
levels of ALT and AST are often associated with liver damage resulting from unhealthy habits, such as a high-fat diet. Results
showed that ALT and AST levels increased 2 times in MS group with respect to Control group, while MS+Lj group did not
show significant differences with the Control group. According to the results obtained in this work, oral administration of Lj
reduces Al, prevents hypertrophy of adipose tissue, decreases hyperleptinemia, and improves the inflammatory profile and
steatosis in mice with MS fed HFD+WB.
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Argentina is ranked as the fifth wine world producer after Italy, France, Spain, and the United States. Although most of the
traditional wine-producing regions are located along the Andes Mountains range, new vineyards have been recently established
in the southwest of Buenos Aires Province, and it is a thriving activity of great cultural and economic value. The malolactic
fermentation (MLF) is responsible for the conversion of L-malic acid from grapes to L-lactic acid and COz, causing a reduction
in the total acidity of the wine, and modifying its flavor. It occurs during or after alcoholic fermentation and is carried out
mostly by Lactic Acid Bacteria (LAB) species. In the present work we studied the variations in wine bacterial diversity through
three consecutive vintages (2017, 2018, and 2019), and how climatic conditions affected said diversity. NGS technique
(amplicon sequencing) was used to identify partial sequences (V3-V4 region) of the 16S rRNA gene. Climatic data was
obtained from the “Sistema de Informacioén y Gestion Agrometeorologica”, INTA database. Grape must and wine of the
Malbec variety, at different fermentation stages, were studied. Additionally, pH and L-malic acid were evaluated for each
sample studied. For the 2018 vintage, the winemakers reported a great loss in productivity during the months prior to harvest,
resulting in an insufficient yield to produce wines of each variety. Consequently, only one grape must sample could be
obtained, comprised of a mixture of the varieties Pinot Noir, Chardonnay, Sauvignon, and Malbec. During the years of our
study, there was an unseasonable spring frost in 2017. Our results showed that the wine bacterial microbiota became less
diverse over the years. Also, a core of microorganisms belonging to different phyla was conserved across the vintage years.
Proteobacteria and Actinobacteria were the most abundant groups. A high relative abundance of the Acetobacteraceae family
and a scarcity of LAB were detected, which could be related to a slowdown in the malolactic fermentation throughout the
years, reported by winemakers. We believe that the results obtained contribute to a better understanding of the bacterial
microbiota in these wines and could provide valuable knowledge that could improve the winemaking production. In fact, the
winemakers have eliminated a cold soaking process prior to the fermentation to shorten it and prevent the proliferation of
AAB.
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Cellulose, lignin, and hemicellulose (formed mainly by xylan) are among the main constituents of the cell wall of plant cells
that make up the basic forages of bovine feed. Xylan, consisting of B-1,4-linked xylopyranosyl residues, is the second most
abundant polysaccharide; it is hydrolyzed by Xylanases (EC 3.2.1.8) that are present in many fungi, yeasts as well as bacteria.
The ability of ruminants to convert plant biomass unsuitable for human consumption into meat and milk is of great social and
agricultural importance. However, the efficiency of this process is highly dependent on the digestibility of plant cell walls.
The use of enzymes in the silage contributes to this process in several ways: produces an improvement in fermentation,
improves digestibility, increases metabolizable energy, and produces a change in structural carbohydrates, which is beneficial
when the silage reaches the rumen. Lactococcus lactis is one of the most commonly used lactic acid bacteria in fermented food
production. Because it is considered Generally Recognized As Safe (GRAS), the implementation of this strain in
biotechnological processes and industrial enzymes production could simplify the downstream processing and diminish
contamination risks. The aim of this work was the over-expression of the XynA xylanase in L. lactis NZ9000 strain. The xynA
gene from Bacillus subtilis was codon-optimized, synthesized, and cloned in the pNZ8048 plasmid under the control of the
Pnis promoter. Expression and activity were assessed by growing the strain 48 hours in M17-agar plates with 1% xylan and 0,
10, or 50 ng/ml of nisin as inducer. Congo Red stain was used to observe xylan degradation halo, under these conditions both
inducer concentrations gave similar results. Then, expression was optimized using M17 liquid medium, for L. lactis the best
conditions for protein overexpression were 50 ng/ml nisin and 24 h of induction at 30°C. Protein over-expression was detected,
with the expected molecular weight, in medium supernatant after precipitation with TCA and Coomassie Blue staining on
SDS-PAGE gels. No intracellular expression of XynA could be observed, indicating that the signal peptide encoded by xynA
is functional in L. lactis. Protein presence in medium supernatant was also observed 48 h after induction suggesting good
stability of the protein. Further characterization of enzymatic activity in vitro and in vivo will help to determine potential
biotechnological applications.
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Lactic acid bacteria (LAB) have been used for centuries because of their technological properties and their ability to improve
the sensorial characteristics of foods. One of the main properties of these bacteria is the production of substances such as
organic acids, which inhibit the growth of food pathogens and spoilage microorganisms. Another important property is the
ability to hydrolyze proteins during fermentation processes, which can contribute to modifying the allergenic potential of milk
proteins and the production of bioactive peptides. Therefore, the objective of the present work was to isolate and
technologically characterize LAB from Santiago del Estero artisanal goat milk cheese. Samples of three different cheeses were
taken and seeded in MRS medium, obtaining a count of LAB of 6,87 + 0,19 log units in average. Fifty strains were
presumptively identified as LAB strains since were Gram-positive (cocci or bacilli) and negative for catalase production. For
this, 64% were cocci and the remaining 36% were bacilli. Among them, fourteen strains, identified by MALDI-TOF as
Enterococcus faecium, Lactobacillus plantarum, Leuconostoc mesenteroides, Lactobacillus parabuchneri, among others, were
tested for their growth and acidifying capacity in milk as well as their peptide, proteolytic, lipase and antimicrobial activity.
All the strains evaluated showed the ability to grow in milk, in a range of 0.9 and 1.8 log CFU/mL, reaching a maximum of
9.09 log CFU/mL after 24 hours of incubation. In relation to the acidifying capacity, the pH decrease was between 0.57 and
1.34, and the lowest pH reached after 24 h of incubation was 5.02. The lactic acid production was between 19.3 and 45
umoles/100 g of sample. In addition, the strains evaluated showed a variable increase in amino acid concentration after 24 h
of grow in milk, with values ranging from 0.05 to 6.08 mg/mL. However, peptidase and lipase activity was practically non-
existent in these strains. Finally, three strains were able to inhibit a pathogenic strain of Escherichia coli. These results indicate
that lactic acid bacteria isolated from regional cheeses present interesting technological properties to be used in the design of
fermented foods.
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Affinity chromatography is a technique based on the reversible interaction of a ligand coupled to an inert matrix, and a protein
or enzyme with the ability to bio-associate with the ligand. This technique allows purification of proteins with high selectivity,
resolution, and capacity, achieving purifications of several orders of magnitude in a single step. Here we propose a novel



protein purification method based on Lactobacillus S-layer protein. Lactobacillus acidophilus is a gram-positive lactic
bacterium that carries a lattice of surface proteins linked to its cell wall called S-layer (surface layer). The predominant protein
that forms the S-Layer is named SlIpA. SIpA has a SLAP domain, encoded in the last ~ 159 amino acids, which is responsible
for SIpA membrane association on the Lactobacillus membrane. SLAP is able to bio-associate with teichoic and lipoteichoic
acids, among other ligands. In this project we propose the development of a new affinity chromatography system adapting the
SLAP domain of Lactobacillus acidophilus SIpA protein as a molecular tag. Thus, SLAP-tagged recombinant proteins were
able to bio-associate to Lactobacillus-derived affinity matrix allowing their purification with high efficiency. Also, a Bacillus
subtilis natto derived matrix was tested with equivalent performance as the Lactobacillus derived matrix. Interestingly, B.
subtilis is more convenient since it is able to grow faster than Lactobacillus in a less-expensive culture medium. Moreover,
since B. subtilis has no S-layer, there is no need for S-layer removal, a step which is required when Lactobacillus is used. To
optimize the protocol for protein affinity purification different binding and elution conditions were studied. As a result of this
optimization a defined protocol was established showing that the optimal binding conditions were observed at 5 min of
incubation at 0 °C, in 50mM Tris-HCI buffer (pH 7,6 - 200mM NacCl). Optimal elution conditions were determined as 5 min
at 24 °C in Carbonate buffer (pH 10, 200mM NacCl). As a reporter, a fusion protein was constructed (GFP-SLAP) and used to
optimize the purification system. Furthermore, a series of recombinant proteins from diverse organisms and variated molecular
weight were probed to purify with this chromatographic system. In all the cases, proteins were successfully purified. Finally,
the optimized chromatographic system was compared with the commercial, largely used but expensive nickel/poly-histidine
chromatography. Both systems showed similar results for the GFP-SLAP fusion protein purification suggesting that our
purification system was efficient and robust.
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Polyhydroxyalkanoates are biodegradable polymers, considered potential substitutes for conventional petroleum-derived
plastics. Halomonas titanicae KHS3 (Ht KHS3) is a moderately halophilic bacterium isolated from seawater of the port of
Mar del Plata which has shown a wide metabolic versatility to grow in various nutritional conditions. Glycerol is the main by-
product of the biodiesel industry, and therefore, the ability of Ht KHS3 to grow and accumulate polyhydroxybutyrate (PHB)
with glycerol as the only carbon source was studied in our group. In order to simultaneously study the variables affecting the
PHB accumulation, factorial experiments were carried out, using the Design Expert 7.0.0 software. A first screening was
carried out using a Plackett-Burman design including nine factors: concentration of glycerol, ammonium, NaCl, Mg,
phosphates, and Fe; initial pH, volume, and culture time. The volumetric yield of PHB was evaluated as a response variable.
The concentration of glycerol, phosphates and Fe, and the initial pH, had significant positive effects on the PHB yield, whereas
ammonium concentration showed a significant negative effect on this response. NaCl concentration did not significantly affect
the PHB yield. We redefined the experimental space, establishing values for volume, growth time and NaCl (in the upper range
to limit contamination risk) and for a more detailed analysis a fractional factorial design was used. This second analysis
identified significant positive effects for glycerol, Fe, and the initial pH on the production of PHB and were involved in
significant interactions. Again, ammonium had a significant negative effect on PHB yield. Phosphates and Mg did not have a
significant effect. Finally, for optimization, a central composite design was carried out, fixing values for phosphates and Mg
within the range studied and varying glycerol, ammonium, initial pH, and Fe. As a result, it was possible to find an optimum
in the production of PHB. The desirability function was applied, using the same software, to find numerically the combination
of factors to generate the highest PHB yield. To validate this result, cultures were performed in triplicate in the predicted
optimal condition. The result showed a PHB value slightly higher than that predicted by the program. In this work, main
effects, and interactions of multiple variables on PHB production could be systematically explored and it was possible to
optimize the production of PHB by Ht KHS3 using glycerol as the sole carbon source. The observed negative effect of
ammonium concentration on PHB yield might be due to the fact that PHB accumulation initiates after the nitrogen source is
seriously exhausted. Therefore, at this moment we are using the same type of design to make a production in two stages, the
first of biomass production and in the second favoring the production of PHB, in order to improve yields and reduce costs.
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The application effects of ferulic acid esterase-producing (FAE+) lactobacilli on forage silages are inconsistent among
published trials, including its intended impact on fiber composition and degradability. Most studied FAE+ species is
Lentilactobacillus buchneri, an obligated heterolactic fermenter that is usually present in detectable quantities when the
fermentation process is stable and pH is too low for FAE enzymes to hydrolyze ester bonds in plant cell walls. Little is known
regarding the effect as silage inoculant of FAE+ Lactiplantibacillus (L.) plantarum, a major dominant species in the initial
fermentation process of animal feed. Therefore, our objective was to identify possible benefits of using FAE+ strains of this
species to preserve sweetcorn stover in laboratory scale silos. Fresh cells of selected FAE+ L. plantarum strains (CRL046,
ETC180 and ETC182) were individually sprayed on sweetcorn stover (25% dry matter content, DM) batches (n=3), at a dose
of 3x10° CFU/g fresh material (FM). A control group sprayed with sterile suspension buffer was prepared. Mini silos (=300 g,
two per batch) were vacuum-sealed (650 g FM/m?) using high-barrier bags, and stored for 300 days before opening for analysis.
When compared to Control group, results indicated a statistically significant reduction of DM loss in silages inoculated with
CRLO046 (4.4 vs 2.5%, respectively) and higher organic matter content for the ETC180 experimental group (885 vs 905 g. kg
DM-, respectively). Plate counts showed lactic acid bacteria (LAB) present above detection limit (3 Log CFU/ g FM) in all
inoculated silages, as opposed to Control group; yeasts were only detected in ETC180 and ETC182 experimental groups. There
were no significant alterations in the fiber fraction composition (NDF, ADF, ADL) or its digestibility analysis (IVDMD,
NDFd, ADFd using Daisy II- ANKOM®) among treatments. Overall results reinforce previous observations of little or no
effect in fiber fraction of FAE+ LAB when applied as single inoculants to silages; even though, it must be noticed that initial
forage IVDMD was 683 g. kg DM+, which is close to maximum values reported for corn stover. It is possible that, in addition
to the benefits observed in this study of using L. plantarum CRL046 and ETC180 as inoculants, positive effects in digestibility
measures could be detected when applied to less digestible forages, or when combined with other fibrolytic enzymes such as
cellulases.
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Tannase or tannin acyl hydrolase (EC 3.1.1.20), is an enzyme that belong to the superfamily of esterases, and has been isolated
from animals, plants and microorganisms. However, the most relevant for industrial usage are microbial tannase. Tannase is
versatile enzyme, with several applications, mainly in food and pharmaceuticals industries, but also in leather, animal feed
andbioremediation. However, some implementations are limited by their high production cost which are mainly due to the
lack ofenough knowledge. For this reason, the aim of this work was to screen novel tannase producing microorganisms as
potential donors for heterologous expression in Pichia pastoris, a yeast expression system that allows the secretion of
proteins. We isolated 95 microorganisms from different sources such as hop, bagasse, compost and virgin land forest (Chaco,
Argentina). For a rapid screening of tannase producing microorganisms, the isolates were grown in petri dish with different
media supplemented with 1% of tannic acid solution. A commercial tannase solution from Sigma (300 pg/ml), Aspergillus
awamori CECT 2905 and Lactobacillus plantarum CECT 14917 were used as control. Among all isolates, we identified 10
potential tannase producers, 6 bacteria (2E, 3E, 4A, 4D, 31 and BB) and 4 filamentous fungi (2H, 2G, 2K and 3B). To validate
the plateassay, a tannase activity was tested with the supernatant of isolated culture. Tannase activity was determined by the
release ofgallic acid, an end-product of the tannic acid hydrolysis by tannase, by measuring the absorbance at 520 nm. All
the assays were carried out in triplicate. From the isolated bacteria, they have been identified some belonging to Bacillus and
Klebsiella genus. They were identified by sequencing the 16SrRNA gene and by homology search. Despite tannase producing
bacteria were desirable, they showed lower tannase activity than L. plantarum CECT 14917 (1.33e"%£0.0005¢2 Ul/ml.UFC-
1). On the other hand, all isolated fungi belong to Aspergillus genus. This was determined by sequencing the ITS (internal
transcribed spacer) fragment, located between 18SrRNA and 18SrRNA genes. The highest activity was measured for the
isolate 2H (72.16+3.03 Ul/gL), followed by A. awamori CECT 2905 (53.84+0.44 Ul/gL), 2G (17.91+0.77 Ul/gL) and 2K
(15.21+0.078 Ul/gL). We were not able to determine the activity of 3B, because it did not grow under the described
conditions. The higher tannase activity in filamentous fungi than in bacteria reported in our experiments, is also supported
by different authors in bibliography. The results confirm the ability of the isolated microorganisms to produce tannases which
could be used for characterization and exploitation of novel tannases. In addition, these microorganisms can be used as donors
of new genes forprotein heterologous expression for improving industrial production and applications.
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Nontuberculous mycobacteria (NTM) represent a heterogeneous group of environmental bacteria. NTM infections are difficult
to diagnose and include many species that can cause severe disease as lymphadenitis, lung, skin, bone, and soft tissue
infections, or disseminated disease. NTM infections are multisystem and multigenic-based diseases and depend on the entry
and host susceptibility factors. Disseminated NTM infections impact severely on immunocompromised patients. Among the
most clinically relevant species of rapid growth NTMs are Mycobacterium chelonae and Mycobacterium fortuitum.
Antimicrobial photodynamic therapy (aPDT) has reemerged over the last decade as an alternative to eliminate pathogens,
principally those antimicrobials resistant. aPDT involves a compound innocuous in the darkness denominated photosensitizer
(PS), light, and oxygen. The excitation of PS leads to reactive species oxygen (ROS) and/or singlet oxygen (*O2). These species
react with biomolecules, producing cell damage and microorganism destruction. Phthalocyanines (Pcs) are considered
promising second-generation PS. However, due to its lipophilic nature, Pcs tend to form aggregates in aqueous media, and
consequently, the efficacy of aPDT decreases. The incorporation of Pcs in delivery systems such as liposomes improve
solubility and reduces aggregation. Liposomes are biocompatible and biodegradable nanocarriers constituted by phospholipids
bilayers that surround an aqueous compartment. Several reports showed Pcs encapsulated in different liposomal formulations
with high efficacy in vitro. This work evaluates the effectiveness of Zn-phthalocyanine (ZnPc) loaded into DPPC-chol
liposomes (ZnPc-liposomes) to photoinactivate two NTM M. fortuitum and M. chelonae. ZnPc-liposomes are prepared by the
injection method previously descript. Both mycobacteria were incubated with ZnPc-liposomes for 4 h in the dark at 37 °C.
The photoinactivation was determinate for different irradiation times (0, 45 and 90 min); it was evaluated based on the decrease
of the viable bacterial number (logl0) in the tested and control samples. Significant photokilling effect was defined as > 3
log10 reductions in CFU/mL. Control liposomes and ZnPc-liposomes non showed antimicrobial action in mycobacteria. The
bacterial viability was almost unaffected for in vitro experiments of ZnPc solution in dimethylsulfoxide against M. fortuitum.
However, photoinactivation effects are observed both in M. fortuitum as M. chelonae after irradiation using ZnPc-liposomes.
The results show 3 log10 CFU/ml reduction after a higher irradiation dose. For that, a light dose-dependent cytotoxic effect of
ZnPc-liposomes was observed. Finally, antimicrobial photodynamic therapy using ZnPc-liposomes could be an alternative to
treat NTM as M. fortuitum and M. chelonae.
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The salting and ripening process is a traditional preservation method used for different fish species. Salting products are
susceptible to the risk of containing histamine (His), a biogenic amine that causes intoxication. Methods to maintain low levels
of His are under constant study. We have a histamine-degrading culture previously characterized by 16S rRNA gene Illumina
amplicon sequencing. The aim of the present work was to explore the microbial growth kinetic of this assemblage of halophilic
prokaryotic organisms isolated from the salting-ripening anchovy process. The growth of an assemblage of 57 autochthonous
halophilic archaeal and bacterial strains from salted-ripened anchovy processes (samples collected in Mar del Plata, Argentina)
was monitored by ODegonm measurement and UFC through time. Strains inoculation was performed in flasks with halophilic
broth (tryptone, 5 g/L; yeast extract, 4 g/L; NaCl, 175 g/L; MgSO4(7H20), 20 g/L; KCI, 5 g/L; CaCl2(6H20), 0.2 g/L; pH
7.0-7.2) and incubated at 25 + 2 °C with shaking (120 rpm). In the early stationary phase, 50% of the culture medium was
removed and renewed, adding Histamine dihydrochloride in increasing amounts during replenishments (~5, 10, 100, 400, and
900 mg/Kg). An equivalent procedure was performed without microbial inoculum as negative control (abiotic). Experimental
data of growth curves for each His initial content were fitted to a primary growth model by nonlinear regression with OriginPro
software. The modified Gompertz equation was used: logN = logNO + A*exp((-exp((u*e/A)*L)-t)+1), where logN is the
decimal logarithm of the microbial counts at time t and logNO the initial counts (t=0) (logCFU/g), U is the specific growth rate
(log(CFU/g)/h), L is the lag phase duration (h), A is the logarithmic population increase and e is the Euler number. The growth
curves presented a sigmoid pattern; all experimental sets were well fitted by Gompertz equation, as evidenced by the high
determination coefficients (R2 = 0.922-0.978) and a low Root Mean Squared Error (RMSE<0.05). Results indicated that
parameter A ranged between 0.370-0.348 log(CFU/mL)/h; L values were high (>16.3 h) in the generation of consortium
(without histamine) and perturbations with histamine at ~ 5 and 400 mg/kg; and specific growth rates () were maximum at
an initial His content of ~400 mg/kg. In addition to Gompertz parameters, it was found that His perturbations produced changes
in the relative abundance of some species. Microbial lllumina sequencing shows that in absence of His, Salinivibro costicola
(16.83%) has high relative abundance, followed by the archaea Haloarcula (11.08%) and Halococcus (8.73%), while the
increase of His content in culture medium (~900 mg/kg) generates an increase in OTUs of the Halobacteriaceae family and
Halomonas genus. These finding results promising by evidencing that the microbial consortium bumper variations in substrate
concentration could affect His degradation process efficiency.
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The bioconversion of residual lignocellulosic biomass into fermentable sugars and/or prebiotic oligosaccharides is an
important process for the sustainability of biorefineries. Thus, it is necessary to improve the efficiency of the enzymatic
deconstruction of cellulose and hemicelluloses, the structural polysaccharides of plant cell walls. Cellulose is a linear polymer
of beta 1,4 linked glucopyranose molecules while hemicellulose is a branched heteropolysaccahride of variable composition.
Xylan is the main hemicellulose of secondary plant cell walls. Paenibacillus xylanivorans secretes xylan degrading enzymes
under appropriate culture conditions. The objective of this work was the optimization of the extracellular xylanase activity of
P. xylanivorans. Based on previous results, different culture conditions were tested using minimal media (MM) with wheat
bran (WB). The highest extracellular xylanase activity was achieved by supplementing the MM with 0.1% yeast extract, 1%
WAB, for 48 hours at 28 °C, 200 rpm in baffled shake flasks. The enzymatic extracellular extract was obtained by centrifugation
and had a xylanase activity of 6.15+0.45 IU/ml (approximately 14 1Uxyn/mgprot). The Xxylanase activity in the extracellular
extract maintained more than 85% relative activity for at least 4 weeks at 4°C, -20°C, and -80°C. The concentration of the
extract was successfully achieved by dry- freeze, resulting in an extract of 48.0+2.8 1U/ml. By mass spectrometry analysis, we
identified the main enzymes responsible for the observed activity and estimated their relative abundance (% emPAl). Fourteen
polysaccharide degrading enzymes were identified with high confidence. Among these, we identified 3 xylanases, 1 beta-
xylosidase, 3 cellulases, 2 chitinases, 1 alpha-amylase, 1 beta-glucanase, 1 galactanse, 1 beta-glucosidase, and 1 LPMO. In
addition, several extracellular components of ABC transporters were identified, which could be involved in the transport of
mono- and small oligo-saccharides into the cell. The most abundant proteins were a substrate-binding component of an ABC
transporter, a GH13 alpha-amylase, and a GH10 xylanase. Some of the coding sequences for the extracellular enzymes were
organized in polysaccharide utilization loci, in which we identified regulatory regions and putative intracellular glycoside
hydrolases, which could be involved in the final degradation of short oligosaccharides. Extracellular extracts from sucrose
(SAC) cultures were analyzed as control and only two enzymes were identified: the GH13 alpha- amylase and a GH16 beta-
glucanase. These results allowed us to build a model for polysaccharide utilization in P. xylanivorans and demonstrated the
viability of obtaining extracellular enzymatic extracts with high xylanase activity, for their application in xylan bioprocessing.
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Fungal biofactories are well established in industries. Thus, the synthesis of single cell oil from organic wastes constitutes an
attractive topic for research toward a biorefinery concept within the demanded circular economy. As an example, microbial
lipids are interesting for biodiesel production due to the independence from seasonal and climatic changes, the fast production
rate, the minimal labor requirements, and the easy scale-up for industrial processing. Oleaginous microorganisms are capable
of produce oil via de novo and ex novo pathways using hydrophilic and hydrophobic substrates, respectively. In addition,
productivities of filamentous fungi in submerged fermentation are often associated with specific morphological forms. Thus,
in order to control fungal morphology several strategies have been reported. One of these allows the control of growth
physically by blocking the aggregation of filamentous microorganisms using microparticles such as talc, aluminium oxide,
titanium silicom oxide, and forsterite. In the present work, the native Aspergillus niger ATCC MYA 135 was used to explore
its potential to accumulate lipids in the presence of waste cooking oil or waste glycerol as feedstocks. Shake flask fermentation
were conducted with or without supplementation of talc. Firstly, biomass samples withdrawn at periodic intervals were stained
using Sudan Black and observed at 100X magnification under a light microscope. Interestingly, we found that microparticles
performance depended on the organic waste utilized. Adding talc to culture medium not only favored the single cell oil
synthesis under ex novo culture condition but also changed the fungal morphology radically. Microparticles modified both size
and shape of mycelial objects. On the contrary, the presence of talc decreased the microbial oil accumulation in culture medium
formulated with waste glycerol. In relation to the macroscopic fungal morphology, under de novo culture condition,
microparticles did not significantly alter the mycelial shape observing hairy and irregular structures sometimes growing out of
their centers. Secondly, microbial oils obtained from biomass developed from both feedstocks were extracted using the Folch
method. It was found that A. niger MY A was able to accumulate more than 25% (w/w) of lipids per dry weight. Finally, lipids
extracted from biomass grown in culture medium formulated with either hydrophilic or hydrophobic substrate were separated
by thin layer chromatography observing the spot corresponding to triacylglycerol. In summary, these findings highlighted that
microparticles could impact not only on fungal morphology but also on metabolite production. In addition, our results also
showed that medium composition always has to be taken into account when evaluating the impact of microparticles on
processes involving filamentous fungi.
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Food security calls for improved alternatives for the production and management of N-fertilizers. There is an increasing interest
in broadening the exploitation of bacterial biological N2 fixation beyond the inoculation of legumes with symbiotic rhizobia.
Copious release of NH4* was successfully accomplished by different genetic strategies largely surpassing those of the parental
strains. However, most of the times this was accompanied by very slow growth, and frequent reversion into non-NHg4*-
excreting phenotypes, which, in addition to severe regulation of genetically engineered bacteria for its use in field trials,
obscures the prospects of developing further this kind of N-biofertilizers. Here we analyzed the bacterial population dynamics
of a set of ammonium-excreting A. vinelandii strains in long term laboratory experiments regarding their competitive fitness
in comparison with their parental strain (wt) and the genetic stability of the mutations. NH4*- excreting strains bearing a
deletion in nifL for constitutive expression of the N2 fixation genes, a point mutation on gInA (D49S) for decreased activity of
glutamine synthetase (GS) and impaired conversion of NH4* into amino acids, or both, were rapidly excluded by competition
with the wt strain in long-term co-culture experiments. Conversely, other strains expressing only an inducible allele of ginA,
or in combination with the nifL mutation, initially displayed an increased competitive fitness in comparison with the wt strain,
reducing its population up to 1,000-fold. These strains allowed the accumulation of different levels of GS, which become
depleted by cell-division in non-inducing medium. Under these conditions, the mutant strains displayed a dynamic competitive
fitness in comparison with the wt strain according to the previous strength of induction of gInA. At even longer times, the wt
strain took over and returned to the initial relative levels and begun outcompeting the mutant strains. These genetically
engineered bacteria revealed a self-bio-containment behavior which could eventually be improved and considered for their
safe release into the environment. All the strains analyzed reverted into faster growing and non-NHa-excreting clones in 16-
20 bacterial cell generations under regular conditions for A. vinelandii culture under laboratory conditions. However,
preliminary experiments in which the mutant strains with the inducible allele of gInA were inoculated into sterile soil increased
the NH4* content of the soil and allowed the isolation at a high frequency of clonal strains conserving the characteristic mutant
phenotype after two months of inoculation, suggesting a greater genetic stability under these conditions. These results
encourage further research of the genetic engineering strategy used in this study to improve A. vinelandii and/or any other
robust plant growth-promoting bacteria to align fertilization efficiency and environmentally safe use.
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Currently, consumers seek to include in their diet minimally processed products that are organic in origin. In this context, the
poultry industry has reviewed its production practices and focused on the use of strategies, such as the introduction of probiotic
microorganisms, to promote animal health and welfare. Probiotics are able to competitively exclude pathogens that cause food
transmitted diseases and eliminate antinutritional factors present in feed, such as lectins, but these properties are strain
dependent and should be thoroughly studied to select effective probiotics. The objective of this work was to analyse the ability
of 15 Bifidobacterium strains isolated from poultry to self-aggregate, co-aggregate with pathogens, and capture lectins on their
surface. Most of the bifidobacteria presented autoaggregation percentages between 9.4 and 25%, and co-aggregated with 3
different serotypes of Salmonella and Escherichia coli. Some bifidobacteria co-aggregated with one or more pathogenic
strains, standing out B. boum LET 413 that co-aggregated with all the pathogens evaluated, followed by B. boum LET 414 that
only failed to co-aggregate with Salmonella enteritidis, and B. pseudolongum subsp. pseudolongum LET 404, which did not
co-aggregate with E. coli. The rest of the strains interacted with at least one pathogen. In addition, the capture of different
FITC-labelled dietary lectins was studied. All the strains captured wheat lectin (WGA) on their entire surface, but showed
varied binding to the lectins PNA (peanut lectin) and PHA-P (bean lectin) in specific regions of their surface. B.
thermacidophilum LET 406, B. boum LET 413, B. pseudolongum subsp. globosum LET 403, and B. pseudolongum subsp.
pseudolongum LET 405 and LET 412, bound PNA only in specific regions. B. boum LET 414 was the only strain that could
capture PNA in its entire surface. Because capsular polysaccharides were not detected for these strains, their affinity to certain
lectins was directly linked to glycoproteins or glycolipids bound to the cell wall. Based on the results, we can conclude that
the studied strains showed good aggregation and interaction with Salmonella and E. coli, which could contribute to the
elimination of pathogenic bacteria during digestion. The study of capture of antinutritional factors such as lectins, on the
bacterial surface, makes it possible to estimate the ability to capture soy lectin (SBA), this cytotoxic phytoagglutinin, present
in poultry feed, through binding to lectins of similar affinity, such as PNA and PHA-P.
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The use of lignocellulosic biomass (LB), in addition to the potential of yeasts to ferment reducing sugars, has proved to be a
robust feature for bioethanol production that could replace the use of limited, environmentally damaging petroleum-derived
resources. However, it is necessary to apply suitable pre-treatments of the LB in order to ensure both availability of fermentable
sugars and the absence of compounds that can inhibit fermentation. The aim of the present work was to study the behaviour
of a pool of Saccharomyces cerevisiae yeast strains from different origins (including wine, apple chicha and Toddy beverages)
under stress conditions encountered during the bioethanol production. Furthermore, the optimization of apple bagasse (AB)
pre-treatment was evaluated for its possible application in the production of bioethanol as well as to reduce its availability as
a waste from the cider industry. A total of 60 S. cerevisiae stains were assayed in microplates containing 0-15% (v/v) ethanol.
OD growth data were fitted to Gompertz function and kinetic parameters (Lmaxand A) were obtained. Twelve yeast strains were
selected for their ethanol tolerance (higher than 12% v/v ethanol). The selected strains showed the shortest A (media of
11.83+0.89 h) and the highest pmax (media of 0.15+0.01 h'1). Later analysis for their tolerance to temperature (25-45°C), pH
(2-5), glucose (2-300 g/L), Na2SO4 (0-50 g/L) and acetic acid (0-8 g/L) concentrations evidenced that glucose and Na2SO4 did
not affect the growth. However, all the strains were able to grow at temperatures below 40°C and at pH 3, 4 and 5, as well as
at 3g/L of acetic acid. The AB pre-treatment involved an initial screening, using a fractional factorial design, to establish the
significant variables for optimization. For the phosphoric acid (PA) pre-treatment, a Central Compound Design (CCD) was
assayed with 16 runs and 3 factors: solid:liquid ratio (1:5-1:7), temperature (121-131°C) and PA concentration (0.2-1% wi/v).
Experiments were carried out in 100 mL Erlenmeyers, incubated during 40 min, and both total reducing sugars and glucose
concentrations (g/100 g dry weight) were determined. The optimization conditions suggested by the model were: 1:5 of S:L,
121°C, PA 0.2% wi/v. On the other hand, the alkali pre-treatment showed optimal conditions of NH4OH 6%, at room
temperature for 24 h. The subsequent hydrolysis of the pre-treated AB was optimized using a cocktail of enzymes (endo-p-
glucanase, pectinase and cellulose) at equal concentrations, with 10 runs and 2 factors: cocktail concentration (1.88-6.12%)
and time (190-530 min). The optimal conditions obtained were 6.12% cocktail for 360 min. The pre-treated and hydrolyzed
AB evidenced an increase of 20 and 22% of glucose and reducing sugar content. In addition, the calculation of bias and
precision factors close to 1 indicated a good fit of the models. This results and the tolerance to stress factors of selected strains
suggest the possibility of producing bioethanol using regional industry wastes.

IMPROVEMENT OF NUTRIFUNCTIONAL PROPERTIES OF CHICKPEA (Cicer arietinum

L.) FLOUR BY FERMENTATION WITH SELECTED LACTIC ACID BACTERIA
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Chickpea (Cicer arietinum L.) is an important pulse crop used in human nutrition with potential application to the development
of novel functional and gluten-free foods. Like other legumes, it is a good source of high-quality proteins, dietary fiber, low
glycemic index carbohydrates, unsaturated fatty acids, vitamins and minerals and many bioactive phytochemicals associated
with positive effects on human health such as a decreased risk of cardiovascular disease, diabetes and metabolic syndrome,
among others. Therefore, research on novel applications and development of legumes derived products has raised significantly.
However, beside their benefits, legume plants synthesize antinutritional factors (ANF) as defense against predators that cause
adverse physiological effects to humans and animals. These substances include enzyme inhibitors, phytic acid, tannins, lectins
and a-galactosides which affect the digestibility and bioavailability of nutrients and cause gastrointestinal discomfort.
Fermentation has been proposed as an effective technological strategy for improving nutritional and nutraceutical properties
of legumes as it has proven to remove ANF with the simultaneous release of bioactive compounds. Since fermentation
performed with an autochthonous starter culture would be better than a spontaneous uncontrolled one, the aim of this work
was to improve the technofunctional quality of chickpea flour by fermentation with selected LAB isolated from legumes
cultivated and consumed in northwestern Argentina. For this purpose, a Randomized Complete Block Design was carried out
to assess the influence of some fermentation variables such as the addition of Lactiplantibacillus plantarum CRL 2211 and/or
Weissella paramesenteroides CRL 2182 (0-7 Log CFU/g), temperature (30-37 °C), time (8-24 h) and dough yield (160-200)
on LAB population, acidification, ANF and total phenolic contents (TPC). To explain LAB enzymes behaviour during
fermentation, a modelling approach including molecular docking and dynamics simulations of tannase-phenols (gallocatechin)
and protease-inhibitor (Bowman-Birk and Kunitz type) complexes were performed. Fermentation of chickpea flour with both
strains for 24 h at 37°C led to an increase in LAB, acidity, TPC and contributed to tannins and trypsin inhibitors removal.
Tannases from LAB present in chickpea showed a relevant affinity for gallocatechin (-5.4 to -8.9 Kcal/mol) and their
interaction mechanism involves polar contacts between catalytic residues GLU, ASP, HIS, and LYS from the active sites with
oxygen atoms from hydroxyl groups of catechin, epicatechin and procyanidins. Regarding interactions between LAB proteases
and trypsin inhibitors higher relative affinity and binding energy values (-40.4 kcal/mol) were observed for L. plantarum



endopeptidases. The results suggest that the combination of experimental and simulation data may lead to a better
understanding of food fermentation to enhance nutrifunctional properties.
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Most of the subjects of the Microbiology Career have a large hourly load of laboratory classes. In the context of pandemic,
practical classes were redefined. Although laboratory classes provide undergraduate students with hand experience and with
the opportunity to explore methods, during the present period the students had little contact with the laboratory classes.
Therefore, based on the preventive and mandatory social restrictions of the year 2020, we revised the subject to a virtual format
and adapted its content to the ongoing COVID-19 pandemic. The activities in the laboratory were reformulated including the
technologies from the point of view of critical pedagogy. Classes were carried out by videoconference platforms contemplating
the inclusion of all students. The virtual classroom is a tool that offers the possibilities of teaching online, but it is more than
a virtual environment, since it is made up of 6 elements: the teacher, the student, the context, the time, the contents, and the
didactic proposal. To promote the development of learning activities in this period, work was done in the virtual classroom,
innovating with different digital resources. These resources had rarely been used in-person classes, although we consider that
in the present context, they contributed to improving the pedagogical option, since they were used to support the construction
of knowledge in the undergraduate students. We worked with diagrams, photos, and videos to visualize what the work to be
carried out in the laboratory would be like. Discussion of the possible results to be obtained and how they could be solved in
the laboratory was encouraged. As professors we understood that mediation of educational proposals with digital technologies
must be accompanied by new ways of planning, interpreting, and understanding the teaching role and the class itself.
Technologies only allow a pedagogical transformation if we think them as attractive, challenging, and critical projects.
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In bacteria, exposure to changes in environmental conditions can alter the membrane fluidity, affecting the essential functions
of this structure in the cell physiology. To adapt to these changes, bacteria keep the correct fluidity by varying the length, the
saturation degree, the cis/trans monounsaturated ratio, and the branching of phospholipids acyl chains, as well as the
proportion of cyclopropane fatty acids. This phenomenon, known as homeoviscous or homeophasic adaptation, involves
activation of gene expression and/or protein activity in order to maintain an optimal cell viability. In Pseudomonas aeruginosa,
this response is realized mainly by two mechanisms of fatty acids desaturation, the FabA-FabB and DesA-DesB systems. The
main synthesis pathway of unsaturated fatty acid is through FabA and FabB enzymes, which introduce double bonds in nascent
acyl chains. On the other hand, the two oxygen-dependent A9 desaturases, DesA and DesB, collaborate in the unsaturated
fatty acid synthesis with the Fab system. DesB was also involved in adaptation to osmotic stress and in pathogenic processes.
In the present work, we studied the effect of ultraviolet-A (UVA) radiation on the homeophasic process in P. aeruginosa, by
analyzing the changes produced on the fatty acid composition of the cell membrane and the associated genetic response. UVA
is the major fraction of solar ultraviolet radiation reaching the Earth’s surface and exerts its lethal effects mainly due to
oxidative damage of the bacterial membrane. The prototypical strain PAO1 was grown under sublethal UVA doses or in the
dark, and the profiles of membrane fatty acids were compared at early logarithmic, logarithmic and stationary growth phases.
It was observed that the growth under sublethal UVA doses increased the proportion of unsaturated fatty acids in the
logarithmic growth phase; in concordance, the analysis of fluidity indexes suggested higher membrane fluidity. Moreover,
exposure to UVA radiation induced the expression of desA and desB desaturase genes at this growth phase, demonstrating
the relevant role of this agent on the homeophasic response at the transcriptional level. On the contrary, the opposite effect
was observed in the stationary growth phase. These results are useful for a better understanding of the general adaptive
response generated to face the high doses of UVA radiation that this microorganism can encounter in the environment, or
when antibacterial techniques applying this type of radiation are proposed.
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The cepariums are genetic resources that preserve microorganisms, guaranteeing the availability of biological material for
teaching and scientific research activities. Preservation must guarantee its viability in an inactive pure homogeneous state,
under conditions that ensure microscopic, macroscopic, biochemical, physiological, and genetic stability, that is, without
phenotypic variations or mutations with respect to the original conditions. The World Federation of Culture Collections
recommends creating a duplicate of the collection and storing it in a different location, in case such collections may be lost
due to exposure to hazards such as fire, flood, earthquake or war. In addition, it states that they must be preserved using two
different methods to ensure conservation. Criteria for method selection are feasibility, purity, cost, amount of culture, and
frequency of use. Ultrafreezed and liofilized are long-term preservation methods, also known as methods of choice. Regardless
of the preservation techniques used, a quality control must be carried out that includes the evaluation of viability, purity,
biochemical and molecular properties. These evaluations must be carried out at the beginning, after the conservation of the
first batch, as well as after certain periods of time. The objective of this work was to reactivate 20 strains Yersinia enterocolitica
cepariums conserved in the 1980s under two different preservation methods: lyophilization (LIO) and semi-solid medium (SS).
The LIO strains were reactivated in tindalized skim milk and cultured at 25 2C for 24 h, then were replicated in tryptic soy broth
(TSB) + 0.6% yeast extract (STBY) and finally in brain heart broth (BHB). The strains conserved in SS medium were reactivated
in STBY, picked up at BHB and finally at TSB at 25 C for 24 h, respectively. All strains, after reactivated, were seeded on Mac
Conkey agar and biochemically identified to corroborate purity. Subsequently, they were ultrafreezed at -80 ° Cin TSB + 20%
glycerol in duplicate, and in tryptic soy SS medium in duplicate at 4 °C. Counting was not performed because the strains were
very weak, and it was necessary to carry out the replicate cultures in nutritionally rich culture medium in order to prioritize
survival over quantification. Of the 20 LIO strains, 5 were reactivated, representing 25% survival; meanwhile, from the strains
conserved in SS medium, 14 strains could be reactivated, representing 70% survival. This demonstrates the importance of
establishing periodic reactivation protocols and control of viability, in order to preserve every strain from the collection. In our
study it was shown that conservation in SS medium gives better results than LIO, for long periods of conservation of V.
enterocolitica strains.
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The halophilic archaeon Haloferax volcanii develops in a wide range of salinities (1.5-3.5 M NaCl) and, due to its ease of
cultivation in the laboratory and the possibility of being genetically manipulated, it is used as a model organism for the study
of archaeal biology. In the context of a comparative proteomics study of a rhomboid protease (Rholl) gene deletion mutant,
we identified several proteins involved in metal homeostasis and cell surface structure/s assembly with differences in
concentration and/or electrophoretic mobility in the protease deficient strain. Out of these, some were proteins which had not
been previously characterized in H. volcanii, and that may constitute Rholl endogenous substrates. With the aim of
understanding their physiological role, two of these annotated proteins (HVO_1153 and HVO_2150) were selected to generate
and characterize the corresponding gene knock-out mutants. The hypothetical protein HVO_1153 primary sequence shows
homology to adhesins and flagellins, and the hvo_2150 gene encodes HcpG, a predicted small copper protein (similar to
plastocyanin and azurin) that may participate in electron transport and/or act as a copper reservoir in the cell membrane of H.
volcanii. Genes were removed from the wild type chromosome by the “pop-in / pop-out" method and the deletion in the null
mutants was confirmed by PCR. The successful generation of the null mutant strains indicated that these genes are not essential
for H. volcanii viability. The Ahvo_1153 mutant evidenced no differences in cell/colony morphology, cell adhesion to glass
surfaces or growth in liquid medium at different conditions, when compared to the wild type strain. However, this mutant
strain showed decreased motility in soft agar plates, in agreement with its predicted function in the databases. The AhcpG
mutant did not exhibit deficiencies in growth in rich or minimal medium, when compared with the wild strain. Further
phenotypic characterization of H. volcanii AhcpG is still ongoing. Altogether, the results presented in this work provide
information regarding the role of two proteins which had not been previously characterized in H. volcanii and contribute to
the general understanding of haloarchaeal physiology.
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Chronic infections of lower limbs in diabetic patients, denominated diabetic foot ulcers, show complex mixtures of bacterial
species that are established in biofilms and are difficult to eradicate with conventional antibiotic therapies. Previous studies
evidenced that the most prevalent species in these types of infections are Enterococcus faecalis, Escherichia coli, Morganella
morganii, Proteus mirabilis and Staphylococcus aureus. Here, the interactions between E. faecalis and E. coli in biofilms were
studied. The mono and polymicrobial (1:1 ratio) E. faecalis and E. coli clinical isolates biofilm formation were evaluated at
37°C in a culture medium that simulates the environment of the foot wound (45% tryptic soy broth, 50% bovine plasma and
5% lysed horse red blood cells). Biofilms assays were performed in two settings: collagen-coated multi-well plates and agar
plates (macrocolony assay). For biofilm formation in collagen-coated plates, bacteria were allowed to attach to the surface for
3 h and then culture media was renewed every day. Biofilm biomass was measured by crystal violet assay (Asosnm) and
quantification of cultivable cells was performed by enumeration of colony forming units (CFU) after collagenase treatment
followed by mechanical biofilm disruption. Results obtained indicated that the two strains were able to establish mono and
polymicrobial biofilms, showing a similar time-dependent increase of biomass (Asesnm values for biofilms at day three were:
monomicrobial E. faecalis 8.19 + 2.16, monomicrobial E. coli 10.14 + 1.97, and polymicrobial E. faecalis/ E. coli 9.15 + 2.17).
Noteworthy, CFU counts showed a statical significant 7.5-fold lower E. faecalis adhesion to the surface in polymicrobial E.
faecalis/ E. coli than in monomicrobial biofilms (Logi CFU at 3h: 6.45 £+ 0.31 vs 7.34 £ 0.29, respectively). However, after
two days of biofilm development, no differences in E. faecalis cell numbers were observed between mono and polymicrobial
biofilms. Regarding E. coli, similar viable cell numbers were found in mono and polymicrobial biofilms at all time-points
assayed (3 h to 3 d). Cell-free supernatants from one-day-old E. coli biofilms did not produce a significant inhibition of E.
faecalis attachment to the surface. On the other hand, mono and polymicrobial macrocolonies were developed for one day and
cultivable cell numbers were enumerated by CFU counts. E. faecalis showed 44-fold higher bacterial numbers in polymicrobial
than in monomicrobial macrocolonies (Logio CFU per colony: 7.10 + 0.35 vs 5.51 + 0.30, respectively), however no differences
in E. coli cell numbers were detected when poly and monomicrobial macrocolonies were compared. Altogether, these results
show that E. faecalis and E. coli can coexist in biofilms, with E. coli partially inhibiting E. faecalis adhesion, but then favouring
E. faecalis growth at latter biofilms stages.

1,8-CINEOLE AS AN ANTIMICROBIAL AND ANTIBIOFILM AGENT AGAINST

MULTIDRUG RESISTANT Klebsiella pneumoniae
Vézquez NM 123 Moreno S 13, Galvan EM 23
!Lab. Farm. Bioactivos Veg y 2Lab. Patog. Bacteriana, UMAI, 3SCONICET.
E-mail: nicolas.vazquez@live.com.ar

Klebsiella pneumoniae is a common cause of antimicrobial-resistant opportunistic infections in hospitalized patients, including
urinary tract infections. The emergence of multidrug-resistant (MDR) strains producing extended-spectrum B-lactamases
(ESBL) and/or carbapenemases, in combination with the capacity to produce biofilm has created additional problems in
providing adequate antibiotic treatment of urinary tract infections. Biofilms are complex bacterial communities adhered to
biotic or abiotic surfaces that are surrounded by an extracellular matrix composed of exopolysaccharides, proteins and nucleic
acids that give them differential phenotypic properties associated with greater resistance to antibiotics. 1,8-cineole, one of the
main components of Rosmarinus officinalis volatile oil, has shown antimicrobial activity against non-MDR Gram negative
bacteria (including K. pneumoniae) during planktonic growth. Here, we evaluated the antimicrobial and antibiofilm activity
of 1,8-cineole against planktonic and pre-formed mature biofilms of non-MDR and MDR ESBL-producing K. pneumoniae
clinical strains isolated from urinary tract infections. Killing curves were performed in planktonic cultures by adding 1% (v/v)
1,8-cineole for 5-180 min and counting viable cells (cfu/ml). Results showed variable decrease of K. pneumoniae viability
(ranging from 0.5 to 4 log reduction) after phytochemical treatment, not related to their antibiotic resistance profile. Regarding
biofilms, all tested strains formed robust biomass after 48 h, as determined by crystal violet staining (Abs sesnm > 1). One-hour
treatment with 1% (v/v) 1,8-cineole partially disrupted biofilm biomasses (34 to 62% reduction in crystal violet staining).
Additionally, a variable decrease in cell viability (between 0,5 and 4 log reduction of ufc/cm?) was observed by viable cell
counting, regardless if they were or not MDR. Two MDR ESBL-producing K. pneumoniae strains, presenting different
susceptibility to 1,8-cineole, were chosen to study their extracellular matrix in biofilms by confocal laser scanning microscopy
after calcofluor white staining. Noteworthy, differences in the extracellular matrix structure were observed between strains,
that could account for differences in 1,8-cineole susceptibility. Altogether, our results show that some antibiotic-sensitive and
MDR ESBL-producing K. pneumoniae isolates were sensitive to 1,8-cineole exposure and support the efficacy of 1,8-cineole
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as a potential antimicrobial agent for the treatment of planktonic and biofilm-associated infections caused by MDR K.
pneumoniae.

REDUNDANT GENES ENCODING POTASSIUM TRANSPORTER SYSTEMS
GUARANTEE THE SURVIVAL OF Enterococcus faecalis IN LOW POTASSIUM MEDIUM

UNDER STRESS CONDITIONS
Acciarri G, Espariz M, Blancato V, Magni C.
Instituto de Biologia Molecular y Celular de Rosario (CONICET)
E-mail: acciarri@ibr-conicet.gov.ar

A natural commensal member of the human gut flora that belongs to the group of lactic acid bacteria, Enterococcus faecalis
is also a clinically important opportunistic pathogen. Despite its controversial profile, E. faecalis is part of food products, either
due to contamination or as part of starter, adjunct or non-starter cultures. A distinct trait in the physiology of these bacteria is
the ability to persist and thrive in harsh environments, that include heat, acid, oxidative and hyperosmotic stress. This tolerance
to stress conditions involves the rapid movement of three critical ions: proton (H*), sodium (Na‘), and potassium (K-). In E.
faecalis the activity of the proton FOFLATPase and the sodium Na V-type ATPase under acidic or alkaline conditions,
respectively are well established. However, little is known about the K+ metabolism. In this study, an initial survey was done
on K- uptake in E. faecalis. The mining of E. faecalis genome revealed the presence of the putative K- transporters Kup, KimA,
Ktr, and Kdp. Distribution of these transporters was not conserved among different strains of this species. In addition, evidence
shows that the reduction of K- in the culture medium reduces the growth of E. faecalis JH2-2 as well as its resistance to acidic
and osmotic stresses. To further examine the role of E. faecalis Kup, KimA, and KtrA proteins in K- transport, the growth of
different K- transporter mutants in E. faecalis JH2-2 was tested in a low K+ medium at acidic, neutral, and alkaline starting pH.
Whereas deletion of either kup or kimA alone and deletion of both genes had no impact on growth either under neutral or
alkaline conditions, the AktrA mutant showed a defect on growth at pH 9. The Akup Aktr4 mutant exhibited a defect in growth
in neutral and alkaline starting pH, which was more marked at pH9. Hence, both E. faecalis Ktr and Kup systems were shown
to be important for low-K+ growth under alkaline conditions. In all cases, the addition of KCI to the low K * medium improved
the growth of the defective strains. Finally, the fact that the Akup AkimA AktrA mutant strain could not be obtained so far
suggests that at least one of the K+ uptake system studied must be active in E. faecalis JH2-2. Taken together, these results
underline the importance of K-+ uptake in maintaining essential components, such as pH homeostasis, osmoregulation,
membrane potential, or protein synthesis, of E. faecalis to resist, persist and growth in extreme stress environments.
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BIOCHEMICAL BASIS OF STRESS MULTI-TOLERANCE IN YEAST
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When yeasts are subjected to a certain stress in a sub-lethal manner, they become tolerant to this and other more drastically
applied stresses. This concept of co-tolerance to stresses postulates that there must be a common resistance mechanism between
stresses as a consequence of common damage. Second-generation cellulosic ethanol-producing yeasts are subjected to different
successive and simultaneous stresses produced in the treatment of the raw material and during fermentation. Saccharomyces
cerevisiae (Crabtree+) can ferment C6 sugars with efficiencies close to 100%, but not C5 sugars; on the other hand,
Scheffersomyces stipitis (Crabtree-) naturally and efficiently ferments both types of sugars in holocelluloses. In this work, S.
cerevisiae was subjected to increasing concentrations of acetic acid (up to ~13 g/L) and S. stipitis to non-detoxified acid
hydrolysate of Jojoba cake (up to 90% v/v). After this process of adaptive laboratory evolution (ALE), the best performing
populations were selected and then subjected to different stresses: phenols, aliphatic acids, oxidizing furans, high temperatures
and ethanol. An average decrease close to 40% in viability and vitality was observed (sublethal stress), while in the isogenic
parental strains the reduction of these parameters was > 60%, indicating that the adapted strains tolerated the stresses better.
The adapted strains accumulated up to 50% less reactive oxygen species (ROS) after the different stresses vs. the parental
strains. These results are related to the activities of the most active antioxidant enzymes against oxidative stress, such as
catalase (CAT) and superoxide dismutase (SOD) - the first line of defence against oxidative stress that directly break down
ROS. In the adapted S. cerevisiae strain, CAT activity explained the different levels of ROS synthesized and their relationship
with organism survival, but variations in SOD activity were not significant. The adapted S. stipitis strain presented higher
SOD but not CAT activities. This explains the different levels of ROS observed which are related to the viability values
obtained for the adapted strain vs. the parental strain. When evaluating the ethanologenic capacity of the adapted strains of
both yeasts in the presence of different stressors, an increase of 40% was observed in the adapted S. cerevisiae strain and in
the presence of acetic acid. For the adapted S. stipitis strain, ethanol production was ~70% higher vs. the parental strain in the
presence of jojoba cake hydrolysate. Conclusions: The ALE methodology was effective in obtaining multi-stress tolerant yeast
strains whose common defence would specifically involve catalase and superoxide dismutase enzymes.
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SELECTIVE INHIBITION OF THE MAIN STRUCTURAL COMPONENT OF Escherichia

coli BIOFILMS BY ABACTERIAL SECONDARY METABOLITE
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Biofilms are surface-associated multicellular communities that bacteria build by embedding themselves in an extracellular
matrix (ECM) composed of polymeric fibers. Due to their high antibiotic tolerance, bacterial biofilms are involved in more
than 50% of all chronic infections. An example of that are the urinary tract infections (UTI) caused by Escherichia coli, which
frequently associate with the formation of biofilms on catheters and the bladder. Recognizing the need for solutions to combat
biofilm-based infections in general, and of E. coli in particular, we focused on the search for compounds that can interfere with
the production of curli, which are amyloid protein fibers that constitute the major structural component of E. coli biofilms. To
do so, we explored interactions of E. coli with distinct microorganisms in agar-grown macrocolonies biofilms as a platform
for the search of curli inhibitors. We found that B. subtilis NCIB 3610 is able to inhibit the production of curli amyloid fibers
in macrocolonies of E. coli strains that produce them as the main ECM element. Curli inhibition was detected by the loss of
staining with amyloid-specific dyes and by the absence of curli-dependent morphology of E. coli macrocolonies when they
grew in close proximity to B. subtilis NCIB 3610 or in the presence of extracts derived from cell-free culture supernatants
(CFCS) of this strain. This inhibitory action on curli is mediated by a metabolite whose synthesis in B. subtilis requires
activation by the 4'-phosphopantetheinyl transferase (PPTase) associated with secondary metabolism, as a PPTase deficient
mutant of B. subtilis NCIB 3610 and its CFCS showed no inhibitory effect on curli production. Analyses of expression of the
csgBAC operon, which encodes the curli structural subunits (CsgB and CsgA), and of key regulators of curli biogenesis in E.
coli cells grown in the presence or absence of the effector metabolite, indicate that the inhibitory effect occurs at post-
transcriptional level, affecting either translation of csgBAC mRNA or the assembly of CsgB and CsgA into amyloid fibres. In
sum, this work provides molecular insights into the mode of action of a microbial compound that targets the major structural
component of E. coli biofilms.
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IMPLICATION OF PROBIOTIC BACTERIA ON ACENOCOUMAROL

METABOLIZATION
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Probiotic-based foods are becoming highly popular, and their consumption is growing steadily. On the other hand, very little
information is available about the interaction of these products with drugs, including anticoagulants, such as the warfarin
derivative acenocoumarol (AC). AC is known to interact with some food components. Previous studies by our group
demonstrated that incubation of acenocoumarol with two strains of bifidobacteria (B. bifidum CIDCA 5310 and B. adolescentis
CIDCA 5317) reduced the drug concentration after 16 h incubation. In order to deepen our knowledge in this field, different
studies were carried out. Moreover, another probiotic bacterium (Lactobacillus acidophillus ATCC 314) was included to
examine if the effect was genus dependent. Strains were culture in MRS broth at 37°C for 24 h in anaerobic conditions. Then,
strains were washed with PBS and incubated with AC 0.16 mg ml- for 1h. A reduction in AC concentration was observed
only for the strain CIDCA 5317 (0.14 mg mlt + 8.5 x 10). In other experiments, the strains were sonicated for 5 or 8 min
and then incubated 1 h with AC 0.16 mg ml-%. The three strains were able to lower the drug concentration and this effect was
more evident in samples sonicated for 8 min. The values obtained for strains CIDCA 5310, CIDCA 5317 and ATCC 314
sonicated 8 min were 0.06 mg ml-t + 0.015, 0.03 mg ml-* + 2.5x10* and 0.03 mg ml-! + 0.017 respectively. Finally, the three
strains were grown at different times (16, 18 and 24h) at 37°C in MRS broth, and then incubated 1 h with AC 0.16 mg ml-.
All incubations were carried out in anaerobic conditions. Here we could see that the three strains were able to lower down the
anticoagulant concentration. As an example, for strain CIDCA5310 the values obtained were 0.006 mg ml-* + 5.0x10 for 16
h-old cultures and 0.004 mg ml-* + 3.0x103 for 18 h-old cultures. For 24 h-old cultures, the peak of AC in HPLC was present
but not quantifiable. These last results were also observed for strains CIDCA 5317 and ATCC 314. Student t-Test was used
for statistical analysis. Results showed here suggest that intracellular factors might play a role in the biomodification of the
drug and that the physiologic status of bacteria is relevant for the enzymatic activity altering the drug. The effects observed at
short periods of time are significant in the context of physiological interaction between microorganisms and xenobiotics in the
gastrointestinal tract. In conclusion, the strains under study were able to modify acenocoumarol.
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HETEROLOGOUS EXPRESSION OF A GLOBAL TRANSCRIPTIONAL REGULATORY
PROTEIN IN A NON-OLEAGINOUS Rhodococcus erythropolis STRAIN TO IMPROVE

LIPID PRODUCTION
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Lipid accumulation is a well-studied process that occurs in many bacteria, such as those of the genus Rhodococcus, due its
biotechnological applications. In a previous study, we identified and characterized a pleiotropic transcriptional regulator called
NIpR (Nitrogen Lipid Regulator) that simultaneously modulates carbon and nitrogen metabolisms in the oleaginous R. jostii
strain RHAL in response to nitrogen limitation. In this study we analyzed the effect of the heterologous expression of NIpR
from R. jostii RHAL1 on lipid accumulation in the non-oleaginous strain; Rhodococcus erythropolis ATCC 15960.
Bioinformatic analyses demonstrated that nlpRorthologous gene is also present in R. erythropolis, exhibiting 81% identity
(98% query cover) in comparison to the nlpR gene of R. jostii. In addition, a conserved synteny of nlpR locus was observed in
genomes of both rhodococcal species. We analyzed the occurrence of putative DNA binding sites for NIpR in R. erythropolis
genome. “NIpR box” motifs were found in the upstream region of several genes involved in nitrogen and lipid metabolisms,
including nark (nitrate/nitrite uptake), nirD (nitrite reductase small subunit), eukaryotic like-acetyl-CoA carboxylase gene, fasl
(fatty acid synthase Complex I) and 1-acyl-sn-glycerol-3-phosphate acyltransferase (AGPAT), among others. To analyze the
possible effect of NIpRrHa1 on lipid accumulation in R. erythropolis ATCC 15960, the inducible expression vector
pTipQC2/nlpRrua1 Was transferred into the ATCC 15960 cells. Thin layer chromatography analysis of cell lipid extracts
demonstrated that the heterologous expression of NIpRrHar promoted an increase of neutral lipid fractions, including
triacylglycerols (TAG), diacylglycerols and free fatty acids in comparison to the control cells carrying the empty inducible
vector. In addition, quantitative gas chromatography analysis revealed an increase of 1.9-fold in total fatty acid content (8.97%
CDW) in ATCC15960 pTipQC2/nlpRrra1 in comparison to the control cells, after cultivation in minimal salt medium with
glucose (1%, wi/v) and nitrogenlimiting conditions (0.1 g/L of ammonium). Unexpectedly, the heterologous expression of
NIpRruar in R. erythropolis ATCC 15960 promoted the production of a co-polymer of 3-hydroxybutyrate-co-3-
hydroxyvalerate (12.04% CDW), whereas the control cells produced only traces of the copolymer. In contrast, nlpRrHA1
overexpression in R. jostii RHAL increased only the total fatty acid content in cells and neutral lipid fractions (TAG, DAG,
MAG), but it did not promote the PHA biosynthesis. These results demonstrated that the pleiotropic transcriptional regulator
NIpR can be considered an interesting tool for genetic modification of rhodococcal species to improve lipid production.
Deregulation of cell metabolism by NIpR expression can produce differential phenotypic effects among rhodococcal species.

CONTRIBUTION OF A SPECIFIC XRE FAMILY TRANSCRIPTIONAL REGULATOR TO

THE OLEAGINOUS PHENOTYPE IN RHODOCOCCI
Hernandez MA?, Ledesma A?, Alvarez HM*
tUniversidad Nacional de la Patagonia San Juan Bosco, INBIOP-UNPSJB-CONICET; 2Universidad Nacional de Santiago
del Estero, CIBAAL-CONICET
E-mail: mahernandez@unpata.edu.ar

Oleagenicity is a property attributed to some microorganisms capable of accumulating high levels of intracellular lipids within
the so-called lipid droplets (LDs). Some species of the Rhodococcus genus, such as R. opacus and R. jostii, are able to
accumulate triacylglycerols (TAG) up to 60% or more of their cellular dry weight. For this reason, oleaginous rhodococci are
promising microbial cell factories for the production of lipids to be used as fuels and oleochemicals. Although several genes
involved in TAG biosynthesis and accumulation have been well described, it is not clear yet how these processes are regulated.
Global and specific transcriptional regulators (TRs) contribute to the oleaginous phenotype in Rhodococcus. Among specific
TRs, a XRE family transcriptional regulator (TR) is associated with the lipid droplet ontogeny through regulation of a structural
protein coding gene. In this work, we study the role of this specific TR on lipid metabolism in oleaginous rhodococci at the
physiological and molecular level. Bioinformatic analysis revealed the occurrence of this regulator only in actinobacteria. In
addition, the occurrence of putative TR boxes into the promoters’ regions varied between oleaginous Rhodococcus strains and
non-oleaginous strains. Docking studies revealed putative interactions of this specific TR with palmitic acid. In vitro and in
vivo assays confirmed that the TR binding capacity to DNA is controlled by long chain fatty acids or their acyl-CoA
derivatives. Glutaraldehyde (GT) cross-linker assay and limited proteolysis analysis revealed that long chain fatty acids induce
oligomerization and conformational changes of TR, respectively. Furthermore, putative binding sites for this TR within
upstream regions of genes coding for a lipase, an acyl-CoA dehydrogenase and the fatty acid synthase complex (FASI) were
found and validated by EMSA and RT-PCR assays. Finally, deregulation of the TR levels by overexpression of the
corresponding gene was used as a strategy to improve TAG biosynthesis and lipid recovery for biotechnological purposes
under rich nitrogen conditions. We propose a model in which the activity of this TR is controlled by fatty acyl-CoA pools in
cells according to the nutritional conditions of the environment. In addition, this protein participates in the regulatory network
controlling lipid metabolism and lipid droplet formation in oleaginous rhodococci.
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Acinetobacter baumannii (Ab) is a nosocomial pathogen, of major concern due to its multi-drug resistance (MDR) and the
recent appearance of hyper-virulent strains in the clinical setting. The World Health Organization included Ab as a critical
priority pathogen for the development of novel antibiotics. Ab pathogenesis is associated with a multitude of potential
virulence factors (VF) that remain poorly characterized. It is well known that many bacterial envelope components, such as
outer membrane proteins (OMPs) and exopolysaccharides facilitate the establishment of a disease state, the persistence in
abiotic surfaces and resistance to antibiotic treatment. We previously reported a bioinformatics prediction of A.
baumannii AB5075 genes coding for uncharacterized OMPs with putative roles in the pathophysiology of Ab. Analysis of
mutants in the corresponding genes (1) revealed that four of them showed reduced A549 cell adherence and invasion (2), thus
indicating virulence roles for the corresponding proteins. Here, we further analyze the physiology of these four mutant strains.
First, in silico analysis of the candidate proteins revealed that two of them share high similarity with bacterial domains related
to stress response or involved in protein-protein interaction and degradation, with roles in the maintenance of outer membrane
integrity. The third protein shares low similarity with a protein involved in biofilm formation in Escherichia coli, while no
domain similarity was found for the fourth one. In addition, synteny analysis showed that three of the corresponding genes are
in proximity to genes related to stress response or other virulence processes like capsule formation, thus suggesting probable
regulatory functions. Based on these analyses, we conducted several assays in order to characterize the surface properties of
the mutant strains. All of them showed higher levels of biofilm formation on abiotic surfaces, lower motility in semisolid
media, and different colony phenotypes in Congo red assay, as compared to WT. These indicate an altered envelope structure
or composition in the mutants, leading to the observed phenotypes, and further suggest roles for these OMPs in Ab
pathogenesis. The increase in biofilm formation and reductions in cell adherence and invasion supports the notion that Ab can
modulate its adhesion properties in order to adapt to diverse environments. Although more work is needed, these results
contribute to the understanding of Ab virulence mechanisms, revealing novel possible targets for therapeutic development.

1. Gallagher LA et al. (2015) Journal of Bacteriology, 197(12), 2027-2035. https://doi.org/10.1128/JB.00131-15

2. Giacone L, et al. “Characterization of outer membrane vesicle-carried proteins as pathogenicity factors from Acinetobacter
baumannii”. ISEV 2020 Annual Meeting, Julio 2020.
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THE POLYAMINE SPERMIDINE REGULATES IRON UTILIZATION AND PYOVERDINE

SECRETION IN Pseudomonas syringae
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Iron is an essential element for most organisms as it takes part in a wide range of cellular processes. Under iron-limiting
conditions, many bacteria synthesize and secrete siderophores such as pyoverdine (PVD) to scavenge this element from their
surrounding environment and make it available to the cell. Importantly, it has been shown that PVD synthesis and secretion is
essential for virulence in Pseudomonas aeruginosa, and that the metabolism of PVD in P. putida is regulated by different
nitrogenous compounds including amino acids and polyamines (PAs). PAs are a family of polycations derived from ornithine
and arginine playing essential functions in all living organisms. With the purpose to corroborate whether this connection also
exists in phytopathogenic Pseudomonas species, in this work we used the model P. syringae pv. tomato DC3000 (Pto) to study
the relationship between the metabolism of PAs and iron utilization. When Pto was grown in M9 minimal medium the only
PAs detected at the extracellular and intracellular cell environments were putrescine (Put) and spermidine (Spd). Incubation
of Pto in an iron-depleted medium supplemented with Spd reduced PVD secretion, whereas this reduction did not occur with
Put amendment. These results suggest that siderophore production is negatively regulated by Spd. To analyze in depth the
effect of PA depletion on iron utilization, we constructed two mutant strains lacking genes involved in the synthesis of Put
(AspeAAspeC) and Spd (AspeE). Both mutant strains were affected on PVD secretion during iron-limiting conditions.
Additionally, no significant increments in growth were observed in the AspeE and AspeAAspeC strains in response to iron
supplementation, indicating that the utilization of this compound results impaired under PA depletion. However, Spd
supplementation promotes the growth of the AspeE mutant in iron-amended media, while no effect in growth was observed in
the AspeAAspeC strain after Put addition. Deficiency on PDV secretion and iron utilization in mutant strains were restored by
genetic complementation. These contrasting effects of Spd in PDV secretion and iron utilization might be crucial to
maintain iron homeostasis, as even though the supply of iron is required for biochemical demand, the intracellular abundance
of this element might lead to iron-induced toxicity. Our future research will try to discern the regulatory mechanisms mediated
by Spd that operates on iron utilization in bacteria.
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Rhodococcus fascians STRAIN F7
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Some species of the Rhodococcus genus, such as R. opacus and R. jostii, are able to accumulate triacylglycerols (TAG) up to
60% or more of their cellular dry weight. For this reason, oleaginous rhodococci are promising microbial cell factories for the
production of lipids to be used as fuels and oleochemicals. In agree with their oleaginous phenotype, species with the greatest
capacity for TAG synthesis have several copies of atf genes coding for potential DGAT enzymes in their genomes. For
example, R. jostii RHAL and R. opacus PD630 contain up to 16 copies of atf genes. This high gene redundancy makes these
strains very robust models for TAG accumulation but at the same time, they constitute very complex models to study the
individual contribution of DGAT enzymes. In this study, we analyzed the R. fascians F7 genome, a hon-oleaginous bacterium
able to accumulate significantly TAG only under certain conditions (minimal media with glycerol as the sole carbon source).
F7 strain possesses only two atf copies (F7_3568 and F7_4458) coding for possible DGAT enzymes and then, it constitutes a
good model to study the DGAT enzymes and their role not only in TAG biosynthesis but also in its cellular physiology.
Bioinformatic analysis revealed that F7_3568 possess the typical HHxxxDG catalytic site, whereas in F7_4458 this site is only
partially conserved. RT-PCR analysis demonstrate that F7_3568 and F7_4458 genes are induced approximately 2-fold at low
nitrogen levels but F7_3568 expression was higher than F7_4458 in both nitrogen rich and nitrogen poor culture media. In
order to analyze the contribution of each gene in the physiology and lipid metabolism, we also overexpressed both genes under
an inducible thiostrepton promoter. The growth profiles in recombinant strains (F7 pTip-QC2 /F7_3568 and F7 pTip-QC2
/F7_4458) did not show significant differences with control cells either with fructose or glycerol as the sole carbon sources.
On the other side, whereas overexpression of F7_3568 gene result an increase of TAG content, no significant changes were
observed in the case of F7_4458 gene in comparison with control cells cultivated with same carbon sources. The results
obtained in this study suggest that F7 cells possess at least one active DGAT enzyme responsible for TAG biosynthesis.
Deciphering the functions of these enzymes is of great importance not only to understand the role of TAG in the physiology
and survival of these microorganisms but also as a key target to improve the lipid content in these bacteria for biotechnological
purposes.
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Rhodococcus oleaginous AS A CHASSIS FOR ADIPOSE PROTEIN EXPRESSION AND IN

VIVOEFFECT ON GROWTH AND LIPID METABOLISM
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Oleaginous Rhodococcus are powerful biological systems for the production of several compounds of biotechnological
interest, including neutral lipids such as triacylglycerols (TAG) and fatty acids (FA). These bacteria also possess a robust
metabolism which in turn permits them to growth from a high range of carbon sources and under diverse stress conditions.
Based on these properties, these bacteria are promising chassis for the production of several compounds via both, expression
of native proteins as well as proteins from other biological systems. In this work, we demonstrate that these oleaginous bacteria
can be used as an alternative host for protein expression from a complex system, such as adipocytes. Fatty acid binding protein
type 4 (FABP4) is one of the most abundant protein in adipocytes associated with lipid metabolism and a promising therapeutic
target for several metabolic diseases. Here, we expressed FABP4 under a thiostrepton inducible promoter vector (pTipQC2)
and analyzed its effect on growth profile and intrinsic lipid metabolism in the oleaginous strain R. jostii RHA1. SDS-PAGE
analysis demonstrated a positive expression of the recombinant protein under standard culture conditions. Whereas no
significant changes on growth profile was observed in recombinant cells growing with glucose, FABP4 expression resulted in
a slight enhancement of cell growth under rich nitrogen conditions (MSM1) with palmitate, a native ligand for this protein. By
the contrary, the growth of FABP4 overexpressing cells was lower with both, glucose and palmitate under low nitrogen
conditions (MSMO0.1). These results may suggest that FABP4 may alters the lipid homeostasis and indirectly the growth profile
in recombinant cells. Analysis of the lipid profile after growing on glucose or sodium palmitate was also analyzed. As revealed
by TLC and GC analysis, total lipids varied in recombinant strain in more or less, depending on the nitrogen levels, the carbon
source and cell harvesting time. Under rich nitrogen conditions, TAG fraction increased and decreased in recombinant cells
growing with glucose and palmitate, respectively. On the contrary, a decrease tendency of TAG fraction was observed in
recombinant cells growing with both glucose and palmitate, under poor nitrogen conditions. According to these results, FABP4
expression may influence the in vivo lipolysis and/or lipogenesis processes in rhodococcal cells. These results are a preliminary
proof of concept demonstrating that: (1) oleaginous rhodococci may serve as valuable hosts for expression of eukaryotic
proteins involved in lipid metabolism; (2) FABP4 protein from adipocyte was able to functionally engage with the rhodococcal
lipid metabolism promoting an alteration of the neutral lipid fractions dynamic in the recombinant cells. This genetic approach
may offer a faster and cheaper alternative to in vivo evaluate the effect of potential FABP4 inhibitors, which is relevant to
medical research.
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DEVELOPMENT AGAINST Trypanosoma brucei
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Lipoic acid (LA) is a universally conserved sulfur-containing cofactor involved in one-carbon and oxidative metabolism. LA
can be acquired by a salvage pathway, in which it is attached to their cognate enzymes by a lipoate ligase, or de novo
synthesized by a pathway requiring an octanoyltransferase and a lipoate synthase. A more complex pathway, referred to as
“lipoyl-relay”, requires two additional proteins, GevH, the glycine cleavage system H subunit, and the amidotransferase, LipL.
Interfering LA synthesis would be a potential chemotherapeutic target against parasites like Trypanosoma cruzi and T. brucei,
due to the essentiality of protein lipoylation for cell viability. By complementation of different mutants of Bacillus subtilis we
identified TbLipL as the amidotransferase of the parasite. This protein shares most of its N-terminal amino acid sequence with
bacterial amidotransferases but it has an additional C-terminal domain. Primary structure of this domain is highly conserved
in Trypanosomas but differs from those of other eukaryotes. We found that the truncated version of ThLipL, lacking this C-
terminal domain, was unable to restore growth of a mutant strain of B. subtilis deficient in amidotransferase activity, indicating
that it is essential either for catalysis or proper folding. It is remarkable that ThLipL lacks a cysteine residue equivalent to
C150 of B. subtilis, identified as essential for the amidotransfer reaction, and conserved in bacterial proteins. This seems to be
a common characteristic of eukaryotic amidotransferases, which only share the conserved lysine present in the biotin/lipoyl
protein ligase family. The essentiality of the conserved lysine residue (Lys169) in trypanosomal amidotransferase activity was
assessed by site-directed mutagenesis, suggesting that the reaction mechanisms of bacterial and eukaryotic enzymes would be
different. It was described that treatment with Bromooctanoate (BrO) inhibited the growth of epimastigote forms of T. cruzi
as a consequence of lack in E2 lipoylation. Taking advantage that BrO had no inhibitory effects on B. subtilis, we demonstrated
that this compound specifically inhibits TbLipL activity. Our results show for the first time the presence of a lipoyl-relay
pathway in a parasitic protozoan, expanding to Excavata the range of organisms having this kind of metabolism, and
positioning the trypanosomatid amidotransferase as a valid target for drug intervention.
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Coordination Polymers (CPs) are formed by the self-assembly process between metallic ions and organic linkers. Due to the
increasing crisis of antimicrobial resistance, it is demanding to design novel CPs with potential antimicrobial activity (AMA).
For this reason, we synthesized by solvothermal methods, two CPs based on titanium, bismuth and carboxylates: NH2-MIL-
125 (Ti-1) and [Bi(benzene-1,2,4,5-tetracarboxilate)os(2,2’-bipy)(NO3z)(DMF)] (Bi-1). In this work, antimicrobial activities
were evaluated against 14 different microorganisms using microdrop agar diffusion method in Standard Nutrient (SN) agar
medium (g L): triptone, 15; yeast extract, 3; NaCl, 1 and agar, 15. Stock aqueous suspensions (1 mg-mL?) of Ti-1 and Bi-1
and their precursors TiO2 and Bi(NQOz)3-5H20 were prepared in distilled water and autoclave sterilized. Then, 20 pL of
suspensions were added in previously inoculated SN agar medium. Later on, the plates were cultured at 30°C for 24h. Also,
Minimal Inhibitory Concentrations (MICs), for the microorganisms that were inhibited in solid medium, were studied by
micro-dilution test in a 96-well plate incorporating resazurin as a metabolic activity indicator. Previously, pre-inocula were
prepared in SN broth for 24 h at 30°C. Appropriate cell density for MIC assay was established using resazurin. Five dilutions
(1/2, 1/4, 1/6, 1/8 and 1/10) of suspensions were added in semi-solid-SN medium with 160 pL of the diluted inoculum and 20
pL of each dilution. The microplate was then incubated for 24 hours at 30°C and shaken at 120 rpm. The same procedure was
carried out employing the precursors as controls. On the one hand, we found that neither Ti-1 nor TiO2 showed AMA against
these microorganisms in solid medium, at the studied concentrations. On the other hand, both Bi-1 and Bi(NO3)3-5H20
inhibited the growth of Candida glabrata, Candida albicans ATCC 792 on solid medium, while only Bi-1 inhibited Bacillus
atrophaeus A14 in these conditions. MIC values of Bi-1 determined for B. atrophaeus and C. glabrata were 0,5 mg- mL* and
1 mg mL, respectively. MIC values of Bi(NO3)3-5H20 were >1mg mL™ in both cases. These results suggest that Bi-1 could
be a potential alternative for microorganism control and it would be interesting to study the antimicrobial mechanism. Finally,
our findings highlight the importance to study the AMA against other Bacillus and Candida species.
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Putrescine (Put), and its aminopropylated derivative spermidine (Spd), are the main polyamines (PAs) found in bacteria and
play crucial roles in the physiology of human pathogens. In this trend, it has been shown that PAs are essential in the responses
of Escherichia coli and Pseudomonas aeruginosa to the oxidative stress. However, their participation in the responses to this
stress in phytopathogenic bacteria has been poorly explored. With the purpose to unveil the potential functions played by PAs
in these microorganisms, we first analyzed the variation in their concentrations in cultures of the bacterial model P. syringae
pv. tomato DC3000 amended with H202. We observed a significant accumulation of Put in the culture supernatants, suggesting
that the secretion of this molecule functions as an antioxidant. This is in agreement with previous reports demonstrating that
extracellular PAs protect membrane phospholipids from oxidation. To corroborate this potential function played by
extracellular Put, we grew cells in minimal medium supplemented with PAs and evaluated their survival in lethal
concentrations of H20.. Interestingly, the addition of Put increased stress tolerance, but its protective capacity is reduced in
the presence of Spd. On these bases, we performed molecular dynamic simulations on a model bacterial outer membrane in
order to obtain an understanding of the mechanism involved. The simulations suggested that even though both PAs engage in
electrostatic interactions with the phosphate groups of the membrane, Spd makes stronger interactions. Thus, it has the
potential to displace Put and minimize its protective role. On the other hand, it has been also shown that PA production is
essential for stress tolerance. To examine the importance of this metabolic pathway, we study the phenotype of mutant strains
perturbed in the synthesis of Put (4speA/speC) and Sped (4speE). This study showed that, whereas the 4speA/speC strain leads
to susceptibility to oxidative stress, deletion of speE enhanced stress tolerance. Importantly, catalase activity was significantly
increased in the later compared to the wild-type strain, suggesting that a higher rate of H202 decomposition is involved in this
phenotype. To further examine the role of these enzymes, we constructed transcriptional fusions to monitor gene expression
levels of the main catalases katG and katB using GFPuv as a reporter gene. Our results showed that only katG is upregulated
in the AspeE strain, indicating that this is the enzyme playing the major role in H202 degradation. Taking all the results together,
we conceive that PA homeostasis contributes to the survival of P. syringae under an oxidative environment through multiple
mechanisms. Thus, cells secrete Put in the presence of H202 to protect cell membranes, which also leads to a reduction in the
intracellular concentration of Spd and the activation of catalase activity via katG upregulation.
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The ability of pathogens to adhere and form biofilms in medical devices is a relevant issue. Urology is one of the main fields
in which biofilm can become a serious problem, specifically in catheter-associated urinary tract infections (CAUTI). Often the
main strategy against CAUTI is catheter removal and replacement. However, this could lead to additional complications such
as the detachment of the biofilm from the device that would cause the spread of uropathogens (UP) to non-colonized sites. The
biofilm formation ability varies in every single UP isolates. Therefore, it is important to extend the study of UP of medical
devices in order to understand their behavior and design new detection protocols, appropriate antibiotic treatments and
consequently avoid the severity, persistence and spread of infections. The aim of this study was to perform the phenotypic
characterization of UP isolates obtained from catheters removed of patients without primary symptoms of urinary tract
infection. A total of 26 UP isolates were collected from 9 catheters. Following their isolation and identification; biofilm
formation patterns (BFP), colony morphology, motility, hemolytic capacity, and antibiotic susceptibility was analyzed in all
the isolates. 20 out of 26 UP isolates (76.9%) were able to form biofilm either in M63 or McConkey medium; among them, 2
isolates showed a robust BFP, 7 isolates a strong BFP, 4 isolates a moderate BFP, and 7 isolates a weak BFP. Kinetic of biofilm
formation showed that most of biofilm forming isolates increased their BFP from 24 to 96 h in both media. The expression of
curli fimbriae and cellulose was observed in approximately 70% of the isolates, denoted by the rdar, pdar, ras, bdar and bas
morphotypes. Among antibiotics tested, Imipenem and Amikacin were the most effective ones, being 90% and 72% of the
isolates sensitive, respectively. The less effective antibiotics were ciprofloxacin and nalidixic acid. Approximately 30% of the
isolates showed multi-resistance. Interestingly, a correlation between a high biofilm formation capacity and antibiotic
resistance was observed. In addition, 61% of the isolates presented hemolysis capacity. This preliminary description of the
isolates is relevant as an insight in the CAUTI field that would constitute progress in the knowledge of clinical isolates, their
physiology and interaction in clinical settings. Data would contribute to the understanding of biofilm formation in medical
devices.
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Urinary tract infections (UTI) are the most frequent infections in the hospital setting and the general community. In the past
decade, about seven million outpatient medical consultations were accounted about UTI, and ~ one million annual
hospitalizations, representing a billion dollars cost per year in USA. Despite the UTI high prevalence, the diversity of
associated microorganisms and their negative impacts on public health costs, studies about this subject in Argentina,
particularly in Tucuman, are scarce. It is essential to have up-to-date local information on the most prevalent circulating
etiological agents and its associated resistance profile, which would allow a better empirical management of UTI. Thus, the
aim of this work was to determine the prevalence of uropathogens related to UTI and its antimicrobial susceptibility in out and
inpatients of the Angel C. Padilla Hospital in San Miguel de Tucuman. Midstream urine samples from patients with signs and
symptoms of UTI during November 2019 to October 2020 were collected at the bacteriology laboratory of the hospital and
cultured. Isolate identification and antibiotic susceptibility were performed with the Vitek automated system. A retrospective
descriptive study with a quantitative approach was carried out, obtaining valid information from positive urine culture reports
of 701 patients. More than 54% of the cases correspond to hospitalized patients (381); the rest was the outpatient sector (320).
The UTI prevalence was higher among females (62%) compared to males (38%), with an average age of 48 years old.
Escherichia coli was identified as the main etiological agent of UTI (53.5%), followed by Klebsiella pneumoniae (13.4%),
Proteus mirabilis (8.4%), Enterococcus faecalis (3.3%), K. aerogenes (3.0%), Pseudomonas aeruginosa (1.9%),
Staphylococcus aureus (1.8%) and S. epidermidis (1.6%). Among the evaluated antibiotics, most etiological agents showed
the highest percentage of resistance to ampicillin (78%), followed by ciprofloxacin (47.9%) and trimethoprim /
sulfamethoxazole (50.6%). On the other hand, the antibiotic with the highest effectiveness was imipenem (98%), amikacin
(94%) and meropenem (91.5%). E. coli isolates showed a higher frequency of resistance to ampicillin (72.9%), ciprofloxacin
(54.6%), and trimethoprim-sulfamethoxazole (49.1%). In contrast, isolates were more sensitive to imipenem (0.4%), amikacin
(1.5%) and nitrofurantoin (2.2%). K. pneumonia also showed resistance to cephalexin (57%) and cefotaxime (53.5%). Among
all tested bacteria, only P. mirabilis and K. aerogenes isolates showed multidrug resistance. The obtained results will allow
us to generate a preliminary UTI clinical-epidemiological profile of Tucuman city, providing relevance data to different areas
of clinical practice.
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The ability of siderophores to play roles beyond iron acquisition has been recently proven for many of them and evidence
continues to grow. An earlier work showed that the siderophore enterobactin is able to increase copper toxicity by reducing
Cu?* to Cu*, which diffuses more easily across cell membranes. Copper toxicity is multifaceted and involves the formation of
reactive oxygen species, mismetallation of enzymes and possibly other mechanisms. Given that we previously reported on the
capacity of enterobactin to alleviate oxidative stress caused by various stressors other than copper, we considered the possibility
that the siderophore could play a dual role regarding copper toxicity. In this work we found that the absence of enterobactin
increased E. coli sensitivity to copper and that low concentrations of the siderophore had a protective effect by reducing
reactive oxygen species (ROS). We also observed that copper induced the expression and production of the siderophore,
counteracting the downregulation effect of iron. Interestingly, when we used enterobactin in high concentrations, cells became
particularly sensitive to copper due to the Cu?* to Cu* reduction, which led to cell death.
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The environmental bacterium Pseudomonas resinovorans MOB-449 (MOB-449) was initially isolated by our group in order
to analyze its use in Mn bioremediation processes. To this end, the MOB-449 strain was characterized according to its Mn(11)
oxidation and biofilm formation capacities. These studies showed that MOB-449 is capable of oxidizing the metal only when
it grows under static conditions and, unlike other Mn-oxidizing bacteria (MOB), it shows higher oxidation efficiency at 18°C
than at 30°C (the optimal growth temperature). The focus of this work was to investigate the Mn(ll) oxidation mechanism,
especially at low temperatures. First of all, MOB-449 biofilm growth and development were analyzed in Lept medium, in the
presence or absence of Mn(l1). In both cases, a positive effect of the metal was detected at 18°C. This effect was accompanied
by Manganese Oxide formation suggesting that the bacterium could obtain energy to grow through this process. Further, in
vitro Mn(I1) oxidase activity assays were performed with total protein extracts obtained at 18°C and different concentrations
of uncoupling agent 2,4 Dinitrophenol (DNF). Results showed that the higher the concentration of DNF, the greater the Mn(11)
oxidase activity, suggesting that Mn(11) oxidation could be a process that uses MOB-449 to obtain energy. In this context, and
based on previous reports associating cytochromes with Mn(Il) oxidation in other MOB, in silico searches of cytochrome
terminal oxidase complexes present in MOB-449 sequenced genome were performed. MOB-449 genome denoted the presence
of four cytochrome ¢ terminal oxidases: the cbb3-1 oxidase (Cbb3-1), the cbb3-2 oxidase (Cbh3-2), the aa3 oxidase (Aa3),
and the alternative-aa3 oxidase (Aa3). Specific oligonucleotides were designed to evaluate the expression levels of these four
terminal oxidases by RT-qPCR. The results showed that genes analyzed that encode subunits of the four cytochrome c oxidases
showed increased expression at 18 °C in the presence of Mn(lIl). Subsequently, to found if specific cytochromes may oxidize
Mn(ll) delivering the electron to the cytochrome ¢ terminal oxidase, the presence of cytochromes in total biofilm protein
extracts of MOB-449 grown at 18 °C was determined. To this end, extracts obtained in the presence and absence of Mn(ll)
were separated by polyacrylamide gels electrophoresis and cytochromes were evidenced via their intrinsic peroxidase activity
by using 3,3',5,5'-Tetramethylbenzidine (TMBZ) and H.O.. In this way, a band of greater intensity was detected in the extracts
with Mn(I1) and the proteins present in this band will be identified by Mass Spectrometry. To conclude, the results obtained
propose the Mn(ll) oxidation as a form of chemolithotrophic metabolism of MOB-449 which could be vital for cellular
functions at 18°C. However, future studies will be necessary to be able to elucidate with greater certainty the mechanism
involved.
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Staphylococcus aureus, Pseudomonas aeruginosa, and Acinetobacter baumannii have been recognized by the WHO and the
CDC as critical human pathogens. These microorganisms belong to the ESKAPE group, so named since they are capable of
"escaping" antibiotic treatments. The infections caused by these pathogens result in a dramatic increase in the costs of medical
care. Previous results from our laboratory have shown that these microorganisms can sense and respond to light. In S. aureus,
light has been shown to modulate important pathogenicity determinants such as alpha toxin-dependent hemolysis, as well as
virulence in an epithelial infection model, which could have implications in human infections. Light also regulates persistence,
metabolism, and the ability to kill competitors such as C. albicans, in this microorganism. To our knowledge, the ability of S.
aureus to sense and respond to light constitutes a newly described physiological trait. These pathogens could sense light to
synchronize their behavior with the circadian rhythm of their hosts, likely as a strategy to optimize infection development.
Identification of the photoreceptors involved in light sensing in S. aureus would provide important insights into the light signal
transduction cascade. Despite no traditional photoreceptors were found encoded in its genome, we identified the presence of
three putative proteins containing GAF domains. GAF domains have been shown to be part of phytochromes and
cyanobacteriochromes along with other domains such as PHY and PAS. While in two of them the GAF domain encompasses
the full-length protein sequence, suggesting a new photoreceptor architecture, the last one harbors a GAF N-terminal domain
associated with a C-terminal histidine kinase. The genomic environment of each putative photoreceptor was determined, and
genes such as LuxR, involved in a quorum-sensing regulation; and DegU, identified as a response regulator of bacterial
motility, virulence and biofilm formation, were found in their close proximity. Recent results from our group show that motility
in S. aureus is not only modulated by blue light, but also by red and green lights. This is compatible with multiple GAF
photoreceptors as they exist in two thermally stable states interconvertible by light, absorbing in different regions of the
spectrum. Moreover, the presence of three cysteine residues were observed, residue shown to be essential for binding of the
bilin chromophore. In this sense, it is interesting to note that S. aureus produces Staphylobilin as a product of heme metabolism.
In addition, we amplified the DNA fragments encoding these putative photoreceptors from S. aureus USA300 strain, and
subcloned them into the expression vector pET-TEV, to corroborate that they are active photoreceptors upon light absorption.
Finally, proteomic results are discussed which suggest new pathways modulated by light in S. aureus such as cell wall synthesis
and recycling.
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Yersinia enterocolitica is a Gram-negative cocobacillus, not sporulated, mobile at 25 °C but immobile at 37 °C. This
pathogenic specie is widely distributed in nature and animals, being the pig the main reservoir of pathogenic strains for humans.
Y. enterocolitica can cause numerous diseases, usually at gastrointestinal level but various complications can be manifested
especially in immunocompromised people, being the cases where antibacterial therapy is needed. Biofilms are communities
of microorganisms that grow irreversibly adhered to living or inert substrates, contained in a polymer matrix secreted by
themselves. The most important property of the biofilm forms in clinical medicine is the enhanced resistance to antimicrobial
agents. The flagellar motility is crucial initially for surface attachment and subsequently for biofilm formation in Y.
enterocolitica. In addition, the fliA gene is a regulator gene necessary for the expression of flagella. The objective of this work
was to determine if silver nanoparticles (AgNPs) phytosynthesized from the aqueous extract of Bothriochloa laguroides are
capable of inhibiting motility modifying the expression of the fliA gene and eradicating mature biofilm of Y. enterocolitica.
Two strains were used: Y. enterocolitica 8081 bio/serotype 1B/O:4 and Y. enterocolitica ME110 1A/O:5. The swimming and
swarming motility was determined in a culture medium containing 0.3 and 0.6 % p/v of agar respectively, the fliA gene
expression was carried out by RT-PCR and the mature biofilm eradication was determined by the crystal violet technique. The
swimming and swarming motility was effectively reduced by AgNPs at 7.8 pM in the two tested strains. The decrease in
swimming was 90.38 % for Y. enterocolitica 8081 and 74.27 % for Y. enterocolitica ME110, while for swarming it was 79.16
% and 89.28, respectively. Furthermore, AgNPs at 31.25 pM significantly reduce (p<0.05) the expression of the fliA gene in
the two Y. enterocolitica strains. In addition, the AgNPs were able to eradicate mature biofilm at a concentration of 500 pM,
with an eradication percentage of 99.33 % for Y. enterocolitica 8081 and 92.95 % for Y. enterocolitica ME110. The AgNPs
were able to decrease the motility in Y. enterocolitica and to eradicate the mature biofilm, for which they could be used in the
future not only to prevent the formation of biofilm but also to eradicate formed biofilms.
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Mannheimina haemolytica is a Gram-negative respiratory pathogen frequently isolated in Argentinian feed lots. Symptoms
are observed after stress situation like transport or diet changes. Infection by this bacterium causes reduced weight and death
in calves. Other authors described a strong correlation between biofilm formation and animal stress. Particularly, the stress
induced hormone adrenaline inhibits biofilm formation in vitro. This result suggests that biofilm formation and bacteria
response to animal stress may be important for M. haemolytica pathogenesis. In order to design prevention and palliative
strategies to reduce the impact of the disease caused by this pathogen we decided to characterize local isolates. In this work
we present five M. haemolytica strains isolated from Buenos Aires province area. Laboratory characterization included growth,
biofilm formation on plastic surface, macrocolony formation over semi solid media and sensitivity to adrenaline. Interestingly
we observed significative differences in growth kinetics in BHI media. Strains Mh1 and Mh2 present a growth velocity of 0.31
and 0.30 h! respectively. Other isolates (Mh3, Mh4 and MhA) presented lower velocities (0.11, 0.15 and 0.14 h-! respectively).
Biofilm formation in plastic 96-well were observed in all strains after 48 and 72 hours in static incubation. However, biofilm
phenotype was significantly different between strains. Strains Mh1 and Mh2 presented significantly more biofilm formation
compared to other strains. This phenotype correlates with bigger macrocolony formation observed in plaques. Finally, we were
not able to observe sensitivity to adrenaline, biofilm formation was not affected by adrenaline in any strain, in the conditions
tested (growth in BHI media, 48 h static incubation, 55 uM adrenaline). Further work is needed to elucidate if adrenaline
effect, previously observed by other authors, is present in local isolate if other growth conditions are tested. The work present
here is the milestone for further characterization of local isolates of M. haemolytica. This will permit design experiments to
understand how the pathogen induce severe symptoms and finally the death of animals and economical losses.
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Non-albicans Candida (NAC) species cause 35-65% of all candidaemias in the general patient population. Among the NAC
species, Candida glabrata is considered the second or third most frequent causative agent of superficial (oral, esophageal,
urinary, and vaginal) or systemic infections, with a high mortality rate. These infections are difficult to treat for their innate
resistance to many azole antifungals (ATF) therapy, especially fluconazole. Nowadays, current advances in nanotechnology
constitute a promising alternative in the development of new antimicrobial agents. Silver nanoparticles (AgNPs) are very
interesting products currently provided by available nanotechnology to evaluate their antifungal activity. In the present study,
the synergism of AgNPs in combination with amphotericin B (AmB) against C. glabrata was investigated. Biogenic AgNPs
were synthesized by eco-friendly method, and the antifungal activity against C. glabrata ATCC 2001 was evaluated through
determination of minimum inhibitory concentration (MIC50) and Minimum Fungicidal Concentration (MFC) according to
protocol M27-A3 of Clinical and Laboratory Standards Institute (CLSI). The checkerboard microdilution method was used to
study the synergistic combinations of AgNPs with AmB. The results were analyzed using the fractionary inhibitory
concentration (FIC) indices, a non-parametric model based on the Loewe additivity theory, and by CompuSyn software.
CompuSyn is a computer program for quantitation of synergism and antagonism in drug combinations and the determination
of IC 50 (drug concentration causing 50% growth inhibition) and ED 50 (dose causing 50% of maximum effect) values.
Furthermore, we investigated the effects of the resazurin reduction (alamarBlue) assay, which measured metabolically active
cells. The same MIC and MFC values were found for 0.13 pM AgNP and for 2.7 10° pM AmB. The FIC index was 0.37 (a
FIC index of < 0.5 indicates synergism). This value corresponded to 0.033 pM AgNPs + 3.4 10* pM AmB (0.25 CIM AgNP
+ 0.125 CIM AmB) combination. Resazurin (blue, non-fluorescent) was reduced by metabolically active cells to resorufin
(pink, fluorescent) showing the cytotoxic effect, which was visually weighted. The CompuSyn analysis confirmed synergism
between biogenic AgNPs and AmB against C. glabrata. The analysis also shows that the maximal inhibitory activity of the
combination is substantially expanded compared to those of the single agents. The IC 50 was 0.08 CIM AgNPs and 0.06 CIM
AmB (0.01 pM and 1.6 10* pM, respectively). Isobolograms demonstrate a stark reduction of the AmB dose when used with
AgNP to induce 50% inhibition or greater. Combined therapy has the advantage of attacking different targets by combining
several active principles with different mechanisms of action. The development of new approaches has great clinical relevance
in the treatment of mycoses.
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Cyanobacteria are oxygenic photosynthetic prokaryotes that thrive in diverse and extreme habitats. Moreover, some
cyanobacteria form harmful algal blooms disrupting the aquatic ecosystem, resulting in the intoxication of wildlife and humans
by the production of powerful toxins. These blooms can be ephemeral, as cyanobacterial populations decline rapidly. However,
the factors causing such declines are poorly understood. Cell death research in this phylogenetic group is a relatively young
field, and the underlying mechanisms underpinning this fundamental process remain largely elusive. Furthermore, no
systematic classification of modes of cell death has yet been established for cyanobacteria. In this work, we analysed the state
of knowledge in the field of cyanobacterial cell death. Based on that, we propose a unified criterion for the definition of
accidental, regulated, and programmed forms of cell death in cyanobacteria based on molecular, biochemical, and
morphological aspects following the directions of Nomenclature Committee on Cell Death (NCCD). With this, we aim to
provide a guide to standardise the nomenclature related to this topic in a precise and consistent manner, which will facilitate
further ecological, evolutionary, and applied research in the field of cyanobacterial cell death.
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Chlamydia trachomatis (CT) is the most frequent causative agent of bacterial sexually transmitted infections worldwide. CT
is an obligate intracellular pathogen presenting a biphasic life cycle that involves the transition between infectious elementary
bodies (EBs) and replicative but not infectious reticulate bodies (RBs). The cyclic transitions between EBs and RBs occur
inside a CT-induced intracellular vacuole or “inclusion”. In the presence of stressors such as beta-lactams or interferon-gamma
(IFNg), CT enters into a poorly studied viable but non-cultivable state termed “chlamydial persistence”, which is reversible
upon removal of the stressors and considered critical for pathogenesis. Polymorphic membrane proteins (PMPs) are a family
of Chlamydia-specific autotransporter proteins secreted via a type V secretion system. The genome of CT encodes 9 PMPs
(PMPA-I), which have been proposed to play a role in antigenic variation and adherence, however, PMPs functions remain
ill-defined due to Chlamydia being historically refractory to traditional genetic manipulation. In a previous screen with a
collection of ~1000 genome sequenced CT chemical mutants, we identified a PMPC nonsense mutant (pmpC-ns) with a
defective phenotype in chlamydial persistence. In order to confirm the role of PMPC in chlamydial persistence, a PMPC-null
mutant was obtained via insertional gene inactivation with a group Il intron (pmpC::Gll). We observed that in control
conditions, both wild type (WT) and pmpC::Gll CT were able to complete their life cycle and generate similar amounts of
infectious EBs. However, upon penicillin- or IFNg-induced persistence, pmpC::Gll presented a defective phenotype,
consistently showing a decreased production of EBs after removal of the persistence inducers. To further investigate PMPC
functions in CT, adherence and invasion assays were carried out in epithelial HeLa cells using fluorescently-labeled WT,
pmpC::Gll and pmpC-ns CT. We found no statistically significant differences in adherence to HeLa cells between either strain.
Nevertheless, pmpC::Gll and pmpC-ns CT invasion rates were more than 10 fold lower than that observed for WT CT.
Curiously, both pmpC-ns and pmpC::Gll displayed an altered phenotype inside the inclusion, characterized by a non-
homogeneous distribution of the bacteria, which were instead observed forming “aggregates”. By performing live-cell
microscopy of HeLa cells infected with fluorescently labeled WT, pmpC::Gll or pmpC-ns CT, we confirmed that lack of
PMPC was associated with “auto-aggregation” inside the inclusion, which was not rescued by co-infecting with the WT strain,
thus suggesting that homotypic PMPC interactions might prevent this aggregation phenomenon. In conclusion, these results
support that PMPC participates in penicillin- and IFNg-induced persistence and CT invasion but not adherence, and also in
preventing auto-aggregation of the bacteria inside the inclusion.

DETERMINATION OF TRIGLYCERIDES IN Caenorhabditis elegans FED LACTOBACILLI
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Caenorhabditis elegans is regarded as a simple model to assess the in vivo effects of probiotics, especially concerning the
study of fat metabolism due to its ability to store lipids in intestinal and skin-like hypodermal cells. The main constituents in
fat droplets stored in this nematode are triglycerides (TG). The objective of this work was to evaluate TG levels in C. elegans
feeding with lactobacilli alone or combined in different proportions. The strains used in this study are listed as follow:
Lacticaseibacillus rhamnosus CRL1425, Lactiplantibacillus plantarum CRL1427, CRL1428, CRL1449, CRL1472,
Lacticaseibacillus casei CRL1430, Limosilactobacillus fermentum CRL1446 y Lactobacillus delbrueckii subsp. bulgaricus

CRL1447. The strains of the different mixes were selected based on previously studied functional properties and were
combined as follows: mixture 1 (Mix 1) was formed by CRL1446, CRL1449, and CRL1472; Mixture 2 (Mix 2) by CRL1446
and CRL1449, Mixture 3 (Mix 3) by CRL1446 and CRL1472, and Mixture 4 (Mix 4) by CRL1449 and CRL1472.
Synchronized nematodes were fed Escherichia (E.) coli OP50 (control nematodes) and OP50:Lactobacilli in a ratio of 0:100;
25:75; and 50:50 (treated nematodes) at 18 °C until they reached the L4/adult stage. Then, a 5% solution of Triton X-100 was
added and the suspension was sonicated. The lipids were solubilized at 90 °C for 5 min, and the lysate was removed by
centrifugation. TG was determined in the supernatant by enzymatic methods. At least 3 biological replicas were used for each
or mixtures of strains. The results showed that nematode development was slower in the 0:100 OP50:Lactobacilli ratio, while
the 50:50 OP50:Lactobacilli ratio was similar to the control. In a 25:75 ratio, all strains, except CRL1427 and CRL1428,
showed a significant reduction in TG levels. The CRL1425, CRL1446, and CRL1447 strains had the highest percentage of TG
reduction (75, 70, and 75%, respectively). When the nematodes were fed with Mix 1, Mix 2 and Mix 3 presented a significantly
lower TG content than the control, with a reduction percentage of 56, 49, 42%, respectively. However, no significant
differences were observed between these mixes. Mix 4 did not induce any change compared with nematode control. In
conclusion, C. elegans can be used as a screening method for strains with the ability to reduce TG content, which reports an
anti-obesity effect of these strains.
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Communication among bacteria through molecular mechanisms, like quorum sensing, is a well-studied phenomenon. In the
last years some evidence emerged showing that extracellular vesicles (EV) could function as nanoparticle messengers both in
inter-species and trans-kingdom communication, this is well documented in the animal-microbiota interaction. Conversely
there is no consensus on EV function in the various plant-bacteria relations (beneficial, commensal or pathogenic microbiota).
The aim of this work is to unveil if plant growth-promoting rhizobacteria (PGPR) are able to exert its beneficial function
through EV. Bacteria belonging to Bacillus spp are well known PGPR, and it was found that they are able to produce EV, with
high concentration of bactericides, antimicrobial proteins and enzymes. Bacillus velezensis (VMA11m) was isolated from
tomato from rhizosphere of healthy tomato plants in Cérdoba, Argentina and in previous work it was found to show biocontrol
properties against Xanthomonas vesicatoria, the causal agent of spot disease. In this study we found that VMA11m is able to
produce biological functional extracellular vesicles. First, we have evaluated the efficiency of these EV to control the spread
of bacterial disease. We used cabbage and Xanthomonas campestris pv. campestris (Xcc), the causative agent of black rot in
crucifers, as an experimental model for trans-kingdom communication. We have found a significant reduction in the
pathogenic effect of Xcc when VMAL11m EV were applied on leaves 24 hours before bacterial inoculation. We have also
observed that these EV are capable of inhibiting Xcc growth in an in vitro assay. Ongoing experiments are being performed to
find changes in expression of genes involved in the plant response to pathogen infection. Taken together these results suggest
that VMAL11m MV are, at least in part, responsible for the bio-controlling capacity of this bacterium.
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Brucella spp. are the causative agents of brucellosis, a worldwide distributed zoonosis. Brucellosis remains endemic in
Argentina, affecting cattle productivity and human health. Brucella spp. are facultative intracellular pathogens whose success
relies on diverse strategies that allow invasion, survival, and proliferation within mammalian cells. This study is focused on
characterizing and understanding the role of the members of lalB family protein (PF06776) in B. abortus physiology and
pathogenesis. lalB has originally been described as a protein required for entry into erythrocytes in Bartonella spp.,
intracellular pathogens phylogenetically close to Brucella. After a bioinformatic characterization of lalB proteins in B. abortus,
single and multiple mutants were obtained by unmarked deletion. In these strains, vegetative growth, and intracellular
replication in non-professional phagocytic cells (HeLa) were assessed. Besides, bacterial morphology and the use of
fluorescent D-amino acid derivatives as probes in peptidoglycan synthesis were analyzed by immunofluorescence microscopy.
Single mutants in some ialB genes showed statistically significant differences to the parental strain 2308 in generation time,
intracellular replication and in cell size. These results suggest a role of lalB proteins in B. abortus cell shape, as well as in
vegetative and intracellular multiplication.

MI-P073-162

INOCULATION WITH Azospirillum STRAINS OVERPRODUCING AUXIN IMPROVES
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There is currently an increasing interest in the use of microalgae for wastewater treatment and the use of its biomass and lipids
as a feedstock for biofuels. Both of these applications are often performed more efficiently by microalgal-bacteria consortia.
However, the mechanisms that account for the stability and robustness of this kind of interactions are poorly understood While
salinity stress is a mild trigger of lipids accumulation in some microalgae, an increased lipids productivity is mostly offset by
the slower growth. Nitrogen starvation is a much stronger trigger of lipids accumulation, but decreases biomass and lipids
productivity to a more pronounced level than salt. Previously we showed that the plant growth-promoting bacterium
Azospirillum baldaniorum Sp245 also promoted growth of the microalga Scenedesmus obliquus C1S. This alga-bacterium
interaction depended on bacterial production of indole-3 acetic acid (IAA), which resulted in a decrease in reactive oxygen
species of the algal cells and higher cell densities. S. obliquus showed a clear dose-dependent slow-down of growth and
biomass productivity according to the NaCl concentration in the growth medium, in the range 0-225 mM, larger cell sizes are
observed and the number of isolated microalgae cells is increased. Additionally, a reduction in the yield of microalgal biomass
is observed. For further analysis, NaCl was used al 150 mM as a concentration which reduced algal growth in axenic cultures
by 4-fold, but could be partially reverted in preliminary experiments of inoculation with some Azospirillum strains. Because
we showed before that nitrogen starvation ameliorates the tolerance response to NaCl of some microalgae, we kept nitrogen
sufficiency at 10 mM NaNO. throughout the study. At this concentration of N, S. obliquus does not normally accumulate lipids.



Under these experimental conditions, inoculation with IAA-overproducing bacterial strains, produce higher yields of biomass
and neutral lipids than treatments with the wild type A. baldaniorum parental strain. Notably, preliminary results show that
inoculation with these strains increased lipids accumulation at 30,79% (w/w). Conversely, inoculation with a bacterial strain
impaired in the production of IAA failed to enhance algal biomass and lipids productivity under salt stress conditions. In this
case lipids accumulation remained lower at 25,6 % (w/w). The fact that the four A. baldaniorum strains used in this study
showed an almost identical survival rate under the stated co-culture conditions, led us to propose a prominent role of IAA in
mediating the increase in algal biomass and lipids productivity exerted by A. baldaniorum under salt-stress conditions. This
study extends the current knowledge of the mechanisms underlying bacteria-microalgae consortia to improve their
technological applications and to better understand ecological relationships in the environment.
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Shiga toxin-producing Escherichia coli or STEC (for its abbreviation in English) is a bacterial pathogen responsible for a
zoonosis of local importance, characterized by the Hemolytic Uremic Syndrome (HUS). Cow intestine is the reservoir of
STEC, and development of prophylactic bovine vaccines that controls bacterial colonization and consequently reduce the
STEC shedding in the feces (prefaena vaccines) is critical to avoid contamination of meat derivatives with STEC. Immunity
based on antibodies directed against E. coli 0157: H7 surface antigens (type Il secretion system proteins and other membrane
complexes) has been shown to interfere with intestinal colonization in cows, reducing bacterial fecal load feces. Thus, our
vaccine preparation consists in a chimeric protein containing antigens Tir, Intimin, SpA and flagella (EITH7). The synthetic
EITH7 gene was cloned into the host broad-range plasmid pBBR1MCS-4, which under the control of the Ptrc promoter drives
the strong and constitutive expression of EITH7 antigen. Furthermore, since the EITH7 gene sequence was fused to the B-
lactamase signal sequence, EITH7 was secreted into the bacterial periplasm where this protein can be purified easily, in a
simple step by osmotic shock from E. coli BL21 strain. Periplasmic preparation was used to immunize mice and evaluate its
antigenicity. The production of anti-EITH7 antibodies was evaluated after three antigenic doses by ELISA, observing an
increase in the titer after the second immunization dose. These antibodies were evaluated in its neutralizing capacity to inhibit
adhesion and pedestal formation of pedestals elicited by EPEC E. coli strain that shares with STEC an identical type three
protein secretion system, Anti-EITH7 induced antibodies inhibit the interaction of these strains in an in vitro assay. Similarly,
mice immunized with EITH7-enriched periplasmic fraction were able to control a challenge infection with E. coli O157: H7.
These results indicate that our vaccine preparation based on the EITH7 antigen generates an optimal specific response without
the requirement of any adjuvants, allowing the control of EDL933 experimental infection. Our future perspective is to
immunize a small group of cattle with this preparation in order to and evaluate its effectivity as a prefaena vaccine.
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Brucella spp. are the causative agents of brucellosis, a worldwide distributed zoonosis. Brucellosis remains endemic in
Argentina, affecting cattle productivity and human health. Brucella spp. are facultative intracellular pathogens whose success
relies on diverse strategies that allow invasion, survival, and proliferation within mammalian cells. This study is focused on
characterizing and understanding the role of the members of lalB family protein (PF06776) in B. abortus physiology and
pathogenesis. lalB has originally been described as a protein required for entry into erythrocytes in Bartonella spp.,
intracellular pathogens phylogenetically close to Brucella. After a bioinformatic characterization of 1alB proteins in B. abortus,
single and multiple mutants were obtained by unmarked deletion. In these strains, vegetative growth and intracellular
replication in non-professional phagocytic cells (HeLa) were assessed. Besides, bacterial morphology and the use of
fluorescent D-amino acid derivatives as probes in peptidoglycan synthesis were analyzed by immunofluorescence microscopy.
Single mutants in some ialB genes showed statistically significant differences to the parental strain 2308 in generation time,
intracellular replication and in cell size. These results suggest a role of lalB proteins in B. abortus cell shape, as well as in
vegetative and intracellular multiplication.

STUDY OF Salmonella Typhimurium ECOTIN GENE IN INTERACTION OF BACTERIA
WITH GUT PROTEASES AND INTRACELLULAR LIFESTYLE IN MACROPHAGES
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Salmonella Typhimurium is a common pathogen associated to the development of acute diarrhea. The most usual way of
infection is by eating contaminated food. There, Salmonella encounters the first line of defense in the lumen of our
gastrointestinal tract (GI), where microorganisms, antigens and food are degraded in a nonspecific fashion by pH and gastric,
pancreatic and biliary secretions. How protease inhibitors present in Salmonella’s genome might contribute to survival in the
gut proteolytic environment, stablish colonization and develop diarrhea is poorly understood. Ecotin is a gene present in many
bacteria species encoding a protein, which has been shown to inhibit a wide range of proteases. In this work, we studied the
growth of Salmonella Typhimurium wild type and ecotin knock-out strain (Aecotin) in presence of porcine pancreatin, we
found that after incubation the replication of the Aecotin was attenuated when compared with the wild type strain. As pancreatin
composition represents a mixture of proteases, we aimed to study them individually. We found that after incubation with
porcine elastase the replication of Aecotin was attenuated. In both cases the complementation in trans with a plasmid encoding
the ecotin gene restored the phenotype observed in the Aecotin to the wild type strain. Other important sources of proteases
are the different cell types that Salmonella encounters while travelling the Gl to finally establish the colonization, within these,
macrophages are a preferential niche for the pathogen. Thus, we studied invasion and replication of the different strains in
J774 murine macrophages. We found no differences in invasion but 4 h after the bacterial uptake, the replication of Aecotin
was attenuated when compared to the wild type strain. This replication defect was also seen when doing a competitive 1:1
assay between Aecotin and the wild type strain in J774 murine macrophages. Taking all into account, these results indicate
that ecotin may contribute to defending the bacteria against proteases in the Gl tract and helping in the initial infection steps
of macrophages.
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Neuroinflammation and oxidative stress have been implicated as a common hallmark in some neurodegenerative diseases,
including Alzheimer’s disease (AD). Activation of microglia has been proposed to be one of the first steps in the onset of AD,
generating neurotoxic compounds and pro-inflammatory cytokines. Lactic acid bacteria (LAB) are well known
microorganisms and are widely studied for their various benefits to human health. Currently, there is an increasing interest in
using these microorganisms as alternative therapies because of the role that gut microbiota seems to play in the pathogenesis
of AD. In the present study, we examined the effects of three LAB strains on oxidative stress and inflammation-related gene
expression on BV-2 microglial cells stimulated with f-amyloid oligomers (0AP1-42). BV-2 cells were treated with 5 pM oA
and the effect of LAB was evaluated under three different conditions: using living bacteria, heat-inactivated bacteria, and
bacterial conditioned media (BCM). After 8 hours of treatment, BV2 cells and supernatants were harvested separately. Total
RNA was extracted from BV2 cells and the expression of TNF-a, IL-1p, IL-6, iINOS and SOD was examined by RT-qPCR.
0Apa-42 resulted in an increased expression of pro-inflammatory cytokines and oxidative stress in BV2 cells. Living and dead
bacteria did not induced any significant changes in mMRNA expression of the evaluated genes with respect to control groups.
However, BCM from Enterococcus mundtii CRL 35, Lactobacillus delbrueckii subsp. lactis CRL 581 and Levilactobacillus
brevis CRL 2013 significantly reduced IL-1p and IL-6 expression. Additionally, TNF-o expression was down-regulated on
BV-2 cells treated with BCM from CRL 35. No significant differences were found in iNOS and SOD expression. Finally, total
antioxidant activity of all the supernatant from BV-2 cells treated with BCM was measured using both the ABTS decolorization
and the CUPRAC assays. We found that all the supernatants from microglia cells treated with BCM were capable of reducing
ABTS* cations and only treatment with BCM from CRL 35 reduced cupric ions, indicating a significant antioxidant activity.
Our results show that conditioned media from E. mundtii CRL 35, L. delbrueckii subsp. lactis CRL 581 and L. brevis CRL
2013 have the ability to reduced inflammatory and oxidative stress markers produced by beta-amyloid oligomers in vitro. We
are currently examining the mechanisms and LAB metabolites implicated in these effects.
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The present study was conducted to advance in the characterization of the plant growth-promotion properties of a native strain
of Microbacterium sp. strain 15111, isolated earlier from a microalgal non-axenic culture. We observed previously a dose-
dependent modulation of wheat seeds germination and sprouts growth form promotion (lower dose) to strong inhibition (higher
dose) by inoculation of Microbacterium cells. Inoculation of wheat seedlings with this bacterium promoted leaves and roots
dry weigh, and leaves length and chlorophyll content. In this study, to evaluate whether growth promotion would be at least
mediated by volatile compounds, we conducted similar experiments in which the Petri dishes also contained a smaller dish
containing Microbacterium sp. at different densities onto LB medium. The results suggested that the previously observed
wheat growth-promotion could be mediated by volatile compound released by the bacterium. To further analyze whether this
effect could be a general effect on plant-growth modulation, similar experiments were conducted with Arabidopsis thaliana,
as a plant distantly related to wheat, and also a convenient experimental model. In these experiments, Microbaterium sp.
exerted a similar dose-dependent seedlings growth modulation from stimulation to strong inhibition at higher bacterial
densities. Similar experiments using chambered Petri dishes to isolate plants from bacteria, showed a similar dose-dependent
plant growth modulation. Asymmetric placement of seedlings and bacteria in the dishes also showed a gradual effect according
to the relative distance between the seedlings and the bacterial inoculation spots. A. thaliana seedlings exposed to this
bacterium’s volatile compounds showed a dose-dependent more branched root-architecture and a significant increase in the
number of root hairs. A preliminary gas chromatography coupled to mass spectrometry (GC-MS) analysis revealed the identity
of the most abundant volatile compounds as small nitro-sulfur compounds such as dimethyl trisulphide and imidazolthione,
which are strong candidates to be involved in the plant-growth modulating properties of Microbacterium sp. strain 15111. After
immersion of A. thaliana flowers with a suspension of Microbacterium cells, the bacterium was consistently recovered from
surface disinfected seeds and remained cultivable. It appeared that immersion in a higher cell density produced higher bacterial
titles in the disinfected seeds. These results suggest a possible facultative endophytic life-style, and tolerance to the dehydrating
conditions during seed development.
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Pseudomonas aeruginosa is an opportunistic pathogen that chronically infects the airways of cystic fibrosis (CF) patients.
Major traits such as a biofilm mode of growth and hypermutability, are considered to constitute a source for adaptive
phenotypes and causes of the increased tolerance and resistance of P. aeruginosa. Another mechanism through which
pathogens are capable of evading the immune response, as well as exposure to some antibiotics, is the ability to thrive in the
intracellular environment of the eukaryotic cell. However, the relevance of this mechanism in the ability of P. aeruginosa to
persist in CF chronic infections is poorly explored. Here we performed a long-term evolution experiment with hypermutator
and wt strains of P. aeruginosa by carrying out successive reinfection assays, which consisted in using intracellular bacterial
cells, recovered after antibiotic exclusion assays from A549 lung epithelial cells, as the inoculum for the next round of
infection. A549 cells were lysed to recover intracellular bacterial cells in each infection assay to measure invasiveness (t0), or
left for additional 4 and 24 h post-infection (t4 and t24, respectively) to evaluate bacterial persistence. We chose bacterial cells
recovered from t4, which showed the best recovery values, and repeated this for ten further successive rounds of infections,
always lysing A549 cells and recovering bacteria at t0 and t4 (T4exp). In addition, since bacteria recovered from t24 are
expected to be the most resistant, we performed a parallel experiment (T24exp) by using t24 bacterial cells as inoculum for
ten successive rounds of infections, always recovering bacteria at t0 and t24. Interestingly, we observed that after round 4 of
infection, the recovery of intracellular hypermutator but not wt bacterial cells begun to increase uninterruptedly until round
10. Flow cytometry analyses showed an increase in the invasive capacity as we progress in the number of rounds of infection
which was more pronounced in the hypermutator strain compared to the wt. High-content imaging confirmed these results and
showed an uneven infection of A549 cells, whereas some remained uninfected, others were infected by several bacterial cells.
We also characterized the bacterial cells of hypermutator and wt strains recovered from rounds 1, 4, 7 and 10 by evaluating
their capacity to form biofilms and swarming motility. We observed an increase in biofilm formation capacity as we progressed
through the rounds, which was higher in the hypermutator strain. This was consistent with a reduced swarming motility showed
by intracellular-recovered bacteria compared to the parental strains. These results shed light on the progressive adaptive
process of P. aeruginosa to the intracellular milieu of eukaryotic cells. Further experiments will be required to explore the
molecular bases of this adaptive process, which might play a role in the evolution of chronic infections in the airways of CF
patients.
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Clostridioides difficile is a Gram-positive, anaerobic, spore-forming pathogen, and one of the leading causes of nosocomial
antibiotic-associated diarrhoea (AAD) worldwide. Active immunization with surface components or proteins involved in
sporulation emerges as an alternative to the antibiotic-based treatment. The S-layer is a bidimensional self-assembled (glyco)-
proteinaceous envelope that covers the surface of several pathogenic and non-pathogenic bacteria. In previous works, we have
shown that glycosylated SLPs from some Lentilactobacillus kefiri strains enhance the LPS-induced stimulation in both murine
and human macrophages through the interaction with C-type lectin receptors. Moreover, other researchers have shown that
SLP from C. difficile could act as a Toll-like receptor 4 ligand. Thus, in the search of new C. difficile antigenic targets and
potential adjuvants we started to study the ability of the SLPs derived from both C. difficile ATCC 43255 and clinical isolate
117, and the SLPs of two L. kefiri strains (CIDCA 8343 and CIDCA 83111) to activate murine macrophages in vitro both
alone and combined. To achieve this, L. kefiri SLP extracts (SLP-LK) were obtained by treating bacteria with 5M LiCl, whereas
two different agents were assessed to obtain C. difficile SLP (SLP-Cd): 5 M guanidine chloride and 0.2 M glycine (pH 2.2).
Then, cultured RAW264.7 cell line was treated with individual SLPs or a combination of SLP-Lk + SLP-Cd at different
concentrations, and secreted I1L-6 after 24 h of stimulation was measured by capture ELISA. Negative controls as well as
combinations of SLP-Lk + LPS were also assessed. Regarding SLP-Cd, the extraction with 0.2 M glycine showed the best
performance, and two bands of approximately 48 and 38 kDa were revealed by SDS-PAGE in both strains. However,
regardless the strain, SLP-Cd did not exert a strong stimulus on macrophage even when they were tested at 30 ug/ml. On the
other hand, and in contrast to what has been seen in previous assays with other SLP-Lk, SLP-CIDCA 8343 and SLP-CIDCA
83111 were able to stimulate IL-6 secretion on RAW264.7 cells at concentration greater than 5 pg/ml and 10 pg/ml,
respectively (P < 0.05). Interestingly, cellular activation was significantly increased (P < 0.05) after incubation with a
combination of SLP-Cd from C. difficile ATCC 43255 and either SLP-CIDCA 83111 or SLP-CIDCA 8343. A similar trend
was observed with the SLP-Cd from clinical isolate 117. These preliminary results suggest that the combination of both stimuli
could improve the capacity of macrophages as antigen-presenting cells, which in turn might lead to a better adaptive immune
response. These findings encourage us to continue to study the potential of SLP-Cd as target antigens in combination with
SLP-Lk as potential adjuvants, considering the development of active immunotherapies against C. difficile AAD.

MICROBIOLOGY - SOIL AND ENVIRONMENTAL MICROBIOLOGY
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Azospirillum baldaniorum SP245 IMPROVED UV TOLERANCE AND PHYLLOSPHERIC
SURVIVAL BY ASSOCIATION WITH Pseudomonas fluorescens A506 IN MIXED

BIOFILMS.
Diaz PR, Borrajo MP:#,Pagnussat LA Valverde CF:, Creus CM:, Maroniche GA.
ILBVM, FCA, Universidad Nacional de Mar del Plata (UNMdP).:Consejo Nacional de Investigaciones Cientificas y
Tecnoldgicas (CONICET)..LFGBBP, DCyT, Universidad Nacional de Quilmes (UNQ).
E-mail: pablorafadiaz199@gmail.com

The formulation and application of inoculants with consortia of beneficial microorganisms to improve soil and crop fertility is
a promising technology in the agricultural industry, but it requires compatibility among consortium members. Previously, we
showed that Azospirillum baldaniorum Sp245 and Pseudomonas fluorescens A506 produce mixed macrocolony biofilms that,
under specific conditions, allow Sp245 to increase its growth up to 400%. In this work, we evaluated the ability of A.
baldaniorum Sp245 and P. fluorescens A506 to cooperate under UV light stress and colonize the leaves of lettuce. Initially,
we investigated UV resistance of cells in mixed macrocolony biofilms, compared to single-species biofilms, on NFB NOs
medium. After exposure to UV-C light, Sp245 biofilms were strongly affected by radiation, as no viable cells were detected
by CFU count. However, when Sp245 formed a mixed biofilm with A506, near 108 CFU of strain Sp245 were recovered. P.
fluorescens A506 was more resistant to UV, since 108 CFU could be recovered from both mixed and individual biofilms after
exposure. Next, we studied A. baldaniorum Sp245 and P. fluorescens A506 interaction during colonization of lettuce
phyllosphere. When A. baldaniorum Sp245 was inoculated individually on leaves of 14 days-old lettuce plants, viable
culturable cells were only detected up to 2 h post-inoculation. However, when Sp245 was co-inoculated with A506,
approximately 3.0x10% CFU.leaf ! were recovered at 24 h post-inoculation. P. fluorescens A506 showed better survival than
Sp245 on the leaves, recovering 1.3x10% and 2.5x10% CFU.leaf! in single and mixed inoculation, respectively, at 24 h post-
inoculation. In conclusion, A. baldaniorum Sp245 and P. fluorescens A506 show high potential as a consortium for foliar
application, where Sp245 benefits from the association with P. fluorescens A506 by acquiring protection against UV light and
increasing its survival in the phyllosphere for longer periods of time. The effectiveness of this consortium as a foliar inoculant
to promote plant growth will be explored in the future.

NATIVE Trichoderma STRAINS PROMOTE GROWTH AND BIOCONTROL IN Medicago
sativa AND Arabidopsis thaliana PLANTS

Jaime CL'?, Mazzaro V2, Comelli R?4, Seluy L?#, Benzzo M*, Dunger G123
ICiAgro Litoral, CONICET- UNL. 2CONICET. 3FCA, UNL. “FICH, UNL.
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Alfalfa (Medicago sativa L.) is an important legume forage grown worldwide with around 35 million hectares cultivated over
more than 80 countries. Due to the expansion of extensive crops, alfalfa production has shifted to marginal areas with poorly
drained soils, which directly affects the productivity and persistence of this crop. Biological control provides an alternative to
the use of synthetic pesticides with the advantages of greater public acceptance and lower environmental impact. The use of
rhizospheric microorganisms as biological control agents seeks to restore the beneficial balance of natural ecosystems.
Trichoderma is a genus of filamentous free-living fungi with the ability to antagonize plant-pathogenic fungi and to stimulate
plant growth and defense responses. Trichoderma species are highly interactive in root, soil and foliar environments and have
been used successfully in field trials to control many crop pathogens like Sclerotium rolfsii and Rhizoctonia solani. In this
study, the influence of the inoculation of six native Trichoderma strains on the growth of alfalfa and Arabidopsis thaliana and
their action as biological protectors against pathogenic fungi were analysed. Competition assays revealed three Trichoderma
spp. strains as antifungal agents against Macrophomina phaseolina and Fusarium spp. We also examined the root structure of
the plants using the image analysis tool ARIA (Automatic Root Image Analysis), and found a significant increase in the
development of secondary roots, both in arabidopsis and alfalfa, when plants were faced with the fungi in Petri dishes. The
number of root hairs was also larger in plants under the presence of Trichoderma, which could indicate a greater capacity to
uptake nutrients and water. This result could be translated into a higher biomass production of these plants, a hypothesis that
is under study.

METAGENOME-ASSEMBLED GENOMES FROM COW RUMEN
Ricardi L, Magni C, Blancato V
Instituto de Biologia Molecular y Celular de Rosario (IBR-CONICET)
blancato@ibr-conicet.gov.ar

Ruminants can transform the energy stored in plants into food products that can be used by Humans, such as meat and milk.
The rumen microbiota is composed of protozoa, bacteria, fungi, and archaea, which are responsible for plant material
degradation. Despite strong industrial and scientific interest, the rumen remains a poorly understood habitat, with many
uncultured microbial species and strains. Metagenomic sequencing of the rumen still produces highly novel sequences, which
can be of great interest for biofuels, food and biotechnology industries. In this work, the metagenomes of rumen samples of
regional young and adult cows fed with a rich or poor diet were obtained aiming to assemble novel genomes. DNA was
extracted and sequenced by WGS, then the reads were quality filtered and assembled with Megahit. Quality of the contigs was
assessed with QUAST software, BWA MEM was used to map reads back to the assemblies. Binning was carried out with
Metabat2 using the obtained contigs, and BAM files corresponding to reads alignments. 12 to 31 bins were recovered per
sample. After that CheckM was used to assess the completeness and contamination of all bins. After filtering for completeness
>80% and contamination <10%, we retained three to five metagenome assembled genomes (MAGs) per sample. Taxonomic
assignment was carried out using Microbial Genome Atlas Server. The MAGs were identified as close relatives to bacteria
associated to gastrointestinal tract or plants: Parabacteroides distasonis, Pseudomonas citronellolis, Alistipes sp., Roseburia
intestinalis, Mageeibacillus indolicus, Alloprevotella sp., and Xanthomonas vasicola. The results obtained will allow further
characterization of the metabolic potential of the MAGs and help to understand its role in the rumen ecosystem as well as its
interaction with the host. Through these findings it will be possible, to determine enzymes of interest codified by such
microorganisms that contribute to improve efficiency and quality of biotechnological and industrial products.
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EVALUATION OF Trichoderma spp. AGAINST PATHOGENIC Fusarium spp. ISOLATED

FROM CASSAVA ROOTS (Manihot esculenta)
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In Misiones province, cassava crops are affected by a variety of phytosanitary problems. Among them, cassava root rot disease
(CRRD) caused by edaphic fungi, particularly Fusarium spp., is of major concern. This condition produces economic losses
and, even though there are no standardized procedures against it, farmers use agrochemicals. In recent years, it has been
investigated how to deal with CRRD using Trichoderma spp. as a biocontrol agent. These are widely studied microorganisms
which are capable of controlling the development of pathogens, either through their competitive capacity or because they feed
on them. However, no studies have been carried out to estimate the antagonistic capacity of Trichoderma spp. against root rot
cassava pathogens in Misiones. The objective of this work was to evaluate the antagonistic potential of native Trichoderma
spp. strains against CRRD pathogens belonging to Fusarium spp., in vitro. Co-culture tests were carried out between three
Trichoderma spp. strains (1BA, 8A, and Tob6) and five pathogenic Fusarium spp. strains (33F, M2aF, P1, P3, and 3.4F). In
this test, portions of the pathogen and antagonist mycelium, taken with a sterile 4 mm punch, were placed 6 cm apart and 1
c¢m from the edge of 90 mm Petri dishes. These plates contained 20 ml of sterile potato-dextrose agar and were incubated at
28°C + 2°C during 10 days. As a negative control, pathogen mycelium was inoculated alone, under the same conditions
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mentioned above. Each confrontation test was carried out by triplicate. After the end of the cultivation period, pathogenic
colony growth radius (mm) was measured as the distance between the center and the edge of the fungal colony. Then, the
percentage of pathogenic growth inhibition (PICP) was calculated as (control colony size - treatment colony size) / control
colony size * 100. It was observed that all the antagonists reduced Fusarium spp. colony growth radius (18-77% inhibition)
and that the majority of them grew over the pathogenic mycelium. Trichoderma 1BA produced the highest PICP values against
P1 and 33F, while Trichoderma 8A and Tob6 showed the highest inhibition against M2aF and 3.4F respectively. From the
results of the present work, it is concluded that native Trichoderma spp. strains could be potential biocontrollers of CRRD
caused by Fusarium spp., due to its ability to inhibit pathogen mycelial growth in vitro.
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PHYSICOCHEMICAL CHARACTERIZATION OF BIOSURFACTANT FROM Bacillus

atrophaeus
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L aboratorio de Microbiologia Ambiental, INQUISAL-CONICET and 2Area de Quimica Fisica, Facultad de Quimica,
Bioquimica y Farmacia, UNSL, Argentina.
E-mail: melodygodoy96@gmail.com

Surface-active agents or surfactants are amphiphilic molecules that contain hydrophilic and hydrophobic groups in their
structure. Because of this nature, surfactants are able to absorb at air-water or oil-water interfaces, forming micelles. The ability
to aggregate and form micelles makes these compounds capable of lowering surface tension. Surfactants play an important
role in different industries and in bioremediation processes. Current surfactants are chemically synthetized but are toxic and
only partially biodegradable. Since science is on the way to shift towards eco-friendly processes and technologies,
biosurfactants produced by microorganisms are of great interest. The aim of this work was to describe the physicochemical
properties of the surfactant produced by Bacillus atrophaeus. B. atrophaeus was cultivated in Standard Nutrient medium (g/L:
NaCl 6; meat peptone 15; yeast extract 3; glucose 1) for 144 h at 30 °C and 120 rpm. Samples were taken every 24 h and the
cell-free supernatant (CFS) was obtained by centrifugation at 10,000 xg for 10 minutes. Emulsification index with kerosene,
drop collapsed and oil spreading assays using corn oil were performed on the CFS to detect the surfactant activity. The highest
activity was observed at 72 h of culture, obtaining an emulsification index of 59%, an oil dispersion area of 14.543 cm? and a
positive result in the collapsed drop assay. Once the preferred cultivation time was found, surfactant precipitation by different
methods was attempted but a significant loss in the surfactant activity was observed. Therefore, the CFS was concentrated to
5x at 60 °C and several dilutions (2 ml/L to 200 ml/L) were done. Surface tension (ST) using the Du Noiy tensiometer and
viscosity using the Ubbelohde viscometer were determined on the different CFS dilutions. Enzymatic and acid digestion assays
were performed to partially characterize the obtained biosurfactant using Proteinase K 30 p/mg (50 pl, 60 °C, 1 h), Lipolase
100 L 700 and 70 p/mg (100 pl, 37 °C, 2 h) and concentrated HCI (10 pl, 100 °C, 10 min). To obtain the critical micellar
concentration (CMC) of the surfactant, a ST vs Concentration (C) graph was done, showing a CMC of 12 g/L. To obtain the
intrinsic viscosity, a Specific Viscosity/C vs C graph was done, resulting in 6.6186 g/cm?®. Using the Mark-Houwink equation,
a molecular weight of 5,271.37 g/mol was obtained. The emulsifying activity was lost only after the treatment with HCI,
indicating that this biosurfactant is mainly of polysaccharide nature. The surfactant was stable at high temperatures,
maintaining emulsifying activity after treatment under autoclave conditions (120 °C, 2 atm, 15 min). The results obtained
indicate that B. atrophaeus produces a metabolite with interesting characteristics for its application in biotechnological
processes. Further studies will focus on testing the ability of this compound to extract heavy metals and the potential use in
bioremediation.
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Cassava (Manihot esculenta Crantz) is a commonly cultivated and consumed vegetable in Misiones and its production is
carried out by small farmer families. However, these crops can be affected by cassava root rot disease (CRRD) produced by
phytopathogenic fungi, generating economic losses. Several species of the genus Fusarium are phytopathogenic and they can
produce CRRD. Nonetheless, little is known about these fungi's virulence in the Misiones province. The aim of this research
is to determine in vitro the virulence of native Fusarium spp. strains. We assessed the virulence of four Fusarium spp. strains
(1.1, 1.1A, 1.9A, and 1.12) isolated from plants with CRRD symptoms. Those plants were in a cassava crop near Gobernador
Roca city (27°15'58.9"S-55°21'48.9"W). The assay was carried out using disinfected cassava tubers obtained from the local
market. For disinfection, fresh roots were cleansed out of visible soil particles using tap water and then, submerged in a 10%
commercial bleach solution for 1 hour. After that time, we took 4 mm-wide and 10 mm-depth punches along every tuber, with
a 40 mm distance between each punch. The inoculation was performed utilizing 4 mm diameter punches taken from the edge
of fungal colonies growing in potato dextrose agar and cultivated for 10 days at 28°C +2°C. After inoculation, tubers were
placed in an incubation chamber at 25°C + 2°C for 10 days. Afterwards, the surface colonization (mm) and depth of the root
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rot (mm) were measured in each punch. With the obtained values, severity index was calculated as the percentage of colonized
superficial root tissue and as the percentage of rotten root (depth of root rot / root diameter * 100). All the analyzed strains
were capable of both, growing on the root's surface and producing rot symptoms in the pulp. Average surface colonization
values varied between 11 - 14 mm (50 - 70% severity) and the depth of root rot varied between 10 - 17 mm (20 - 35% severity).
A single strain (1.12) showed the highest severity values for both parameters. Present results indicate that evaluated Fusarium
spp. strains may have the potential to cause root rot in cassava crops in Misiones, since they were all able to produce CRRD
symptoms in vitro.
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Aspergillus sp. V1 PROTEIN PRODUCTION IN VINASSE: PHYTOTOXICITY
EVALUATION OF RESULTANT EFFLUENT BY GERMINATION AND ROOT

ELONGATION IN Lactuca sativa L.
Del Gobbo LM, Colin V
Planta Piloto de Procesos Industriales Microbiolégicos (PROIMI-CONICET), Tucuman, Argentina.
Email: veronicacollin@yahoo.com.ar

There is a need to find new ways to manufacture products by reusing nutrients present in materials initially considered as
waste. In this sense, vinasse is a liquid acidic effluent with high values of COD (Chemical Oxygen Demand) which result from
ethylic alcohol production. Due to its high organic load, there is no conventional treatment capable of reaching the legal
standard that allows release of this effluent to water bodies. In a prior study, bioconversion of sugarcane vinasse in protein-
rich fungal biomass that can be used as an alternative nutrient source to expensive aqua-feeds such as fishmeal and soybean
meal was achieved. A filamentous fungus, Aspergillus sp. V1, was used for this purpose. Aspergillus sp. V1 was able to grow
in vinasse under the following conditions: vinasse (100%) enriched with urea (2 g/L), inoculated with 1x108 spores/mL and
incubated at 30 °C (150 rpm) for 96 h under sterile conditions. The resulting fungal biomass had a total protein of 41%, within
the range required for aquaculture feed (21-55%), and the residual vinasse of this process had a neutral pH and COD reduction
of 30%. The objective of the present work was to evaluate the phytotoxicity by seeds germination and root elongation of
Lactuca sativa L of: residual vinasse from fungal biomass process (A); pure vinasse (B) and pure vinasse whit urea (2 g/L)
(C). Twenty-five L. sativa (var. Crespa Grand Rapidis) seeds were placed on Petri dishes (100 mm) each containing filter
paper (Whatman N°3) moistened with 4 mL of vinasses (A, B or C) and tap water as control. Petri dishes were incubated for
120 hin dark at 22+2 °C. After this time, the number of germinated seeds was counted, and root length was measured. Results
were reported as 1Cso (concentration at which 50% inhibition occurs) at 95% confidence intervals. The germination and root-
growth bioassay enabled assessment of adverse effects of a toxic compound on germination and root growth at early stages of
seed development. I1Cso values for the germination inhibition bioassay were 31.9, 20.9 and 20.4% (v/v) and for root elongation
inhibition bioassay were 23.9, 11.2 and 5.6% (v/v) for A, B and C respectively. Our findings demonstrate that the exposure of
L. sativa seeds to vinasse in which Aspergillus sp. V1 were grown (A) produced a less inhibitory effects than the exposure to
crude vinasses (B and C) in terms of germination and root development. In addition, pure vinasse with urea (C) presented the
highest level of inhibitory effects. With this, we can infer that Aspergillus sp. V1 reduces the phytotoxicity of the effluent.
However, additional toxicity tests are required to have a better understanding of vinasses toxicity.

EFFECT OF PIPE MATERIAL ON THE DEVELOPMENT OF BIOFILMS IN DRINKING

WATER DISTRIBUTION SYSTEMS (DWDS)
Corimayo S, Rajal V, Cruz MC
INIQUI, Salta, Argentina. Facultad de Ingenieria — CIUNSa, Argentina. E-mail: mccruz@conicet.gov.ar

Biofilms developed on the inner-walls of drinking water pipes account for the 95% of microbial mass in these systems. They
are considered a health risk as they could become a reservoir of pathogens and influence water quality stability. The pipe
material is one of the main factors that determine biofilm attachment and further formation and development. Despite the water
alteration they can produce, these biofilms are poorly studied due to limited access to actual pipes. The aim of this work was
to evaluate the effect of pipe material on the formation of biofilms in the DWDS, using a new-designed and easy to handle
coupon system, and their importance as reservoir of pathogenic organisms in the drinking water microbiome. Coupons of 15
mm diameter and 2 mm thickness were built with materials commonly used in DWDS: PVC (polyvinyl chloride), PP
(polypropylene) and Cem (cement). These coupons were sterilized and incubated in a concrete cistern (196350 L), exposed to
natural conditions for 7 months: March-October (7M) and 11 months: March-February (11M). Biofilm samples grown on the
coupon surface were detached using sonication and vortex in 5 mL PBS 1x. From that elution, the number of culturable
organisms was compared using: Agar Plate Count (APC) at 37 °C and Reasoner 2A (R2A) agar at 21 °C. An enriched biofilm
elution was used to determine the presence of pathogenic and/or opportunistic organisms: Escherichia coli (mTEC),
Pseudomonas aeruginosa (Cetrimide), Salmonella spp. (SS agar). The samples incubated for 7M, showed statistically
significant differences in the number of cells grown on APC between the pipe materials (p-value = 0.001). It was higher in
Cem (2.8 x 108 CFU/cm?) compared to PVC (1.3 CFU/cm?) and PP (21.4 CFU/cm?). In contrast, on R2A plates no significant
differences were found between the materials (p-value > 0.05). The 11M samples showed significant differences in bacteria
count on both media. On APC, colony count was higher on PP (8.3 CFU/cm?) compared to Cem (2.3 CFU/cm?) and non-



growth was observed on PVC (p-value = 0.02). On R2A, the colony number was higher in Cem (117.5 CFU/cm?) followed by
PVC (27.5 CFU/cm?) and PP (6.03 CFU/cm?). A higher cell counting was observed on R2A in 7M compared to 11M (p-value
= 0.003); whereas there was no difference of bacteria count on APC for both time periods (p-value > 0.05). Samples 7M and
11M showed presence of organisms on Cetrimide and SS agars on both PVVC and Cem. On PP, growth was only observed on
Cetrimide in the 7M samples. Surprisingly, the higher abundance of microorganisms was found in the 7M samples. These
results could be due to the exposure to actual environmental factors, such as increased disinfectant effect in the 11M period.
The growth of organisms in the specific medium indicates presence of pathogenic and/or opportunistic microorganisms in
these biofilms.
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The use of microorganisms with capacity for phytostimulation, biofertilization or biocontrol allow to decrease the application
of agrochemicals in sustainable agriculture practices. The nitric oxide synthase from the cyanobacteria Synechococcus
PCC7335 (SyNOS) uses L-arginine to sequentially produce nitric oxide (NO) and then much of the NO is converted to NOs.
We hypothesized that, if expressed in the rhizosphere, SyNOS may have a dual role: NO could act as a plant growth regulator
and NO; could be assimilated in the amino acid biosynthesis pathway. In this work, we explored the effect of inoculation with
Pseudomonas fluorescens MME3 harbouring SyNOS gene with the aim of improving the development of Brachypodium
distachyon plants. A SyNOS cassette of constitutive expression was introduced into the genome of P. fluorescens MMES3 to
obtain MME3:SyNOS, while the empty construct was used to obtain MME3c control strain. Recombinant strains were used
in inoculation assays with 2 factor design: N availability and inoculation treatment. Seeds of B. distachyon were sterilized and
germinated, then transferred to pot containing sterile sand and inoculated with 10° UFC.plant: of MME3c or MME3:SyNOS.
A set of non-inoculated plants was used as a control treatment. Plants were split into two groups that were irrigated with
ATS+N (N sufficiency; 9.5 mM) or ATS-N (N deficiency; 1 mM). After 30 days of growth in chamber at 30°C and 16/8 hs
photoperiod, plants were harvested and, fresh and dry weights of the aerial and root parts were measured. Roots were also
scanned and analyzed with the software WinRhizo to study their architecture. CFU.g of root was determined by the drop plate
method. In turn, the leaves were used to measure chlorophyll and NO. content. Non-significant differences in CFU.g* root
were found between inoculation treatments. Non-significant differences in weight, chlorophyll or NO, content were observed
in the aerial portion of the plants, although a tendency to a higher NO. content could be observed in plants inoculated with
MME3:SyNOS in N deficiency. Regarding the analysis of roots, the plants grown in N sufficiency did not show any difference
in root morphology by effect of inoculation. However, the inoculation with MME3:SyNOS produced higher root dry weight
than MMES3c treatment. Within N deficiency group, plants inoculated with MME3c produced significantly shorter roots than
non-inoculated plants and MME3:SyNOS inoculated roots showed higher dry weigh than MME3c-treated ones. Inspection of
the roots under magnification (22.5x) showed that MME3:SyNOS inoculation had a tendency to induce longer root hairs. In
conclusion, expression of SyNOS in the rhizosphere by P. fluorescens MME3 recombinant for SyNOS increased B. distachyon
root dry weight, independently of N availability. The production of longer root hairs, which is a known effect of the NO
molecule, might explain this effect and has to be further explored.
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Plant-associated microbiota can enormously influence on plant traits. Manipulation of these microbial communities holds great
potential as an effective way to improve crops, while contributing to a more environmentally benign agriculture. The goal of
this study was to evaluate the efficiency of a soybean inoculant under field conditions. The inoculant was composed of by two
bacterial strains previously characterized in our laboratory as PGPR (Pseudomonas sp. and Bacillus sp.) and a commercial
strain of Bradyrhizobium japonicum. Under controlled conditions, inoculation with the consortium favored seed germination
and showed increased growth parameters compared with the control. In addition, the study of phenological stages also
confirmed the beneficial effect of the bacterial combination. Next, a field evaluation was carried out in an agronomically
productive area of the East of Tucuman having salinity problems. Seeds were inoculated following standard practices. Crop
progression until plants reached their physiological maturity was followed by registering the number of plants per linear meter,



growth parameters and phenological stages. Manual and mechanic harvest evaluations were carried out to estimate yield.
Results demonstrated that seeds inoculated with the consortium had higher number of plants per meter, enhanced growth and
more advanced phenological stage compared with seeds inoculated with the commercial inoculum. Finally, crop yield was
increased for the area seeded with the consortium.
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Drinking water is not sterile; indeed, it has many microorganisms that resisted the disinfection process and could deteriorate
the water quality due to the unrestrained microbial activities. The interactions between these microorganisms caused the
formation of biofilms on the inner wall of pipes, even in the presence of disinfectants, providing a refuge for pathogens and a
high risk of waterborne diseases transmission. Furthermore, the presence of disinfectant and the low nutrient load make
drinking water distribution systems (DWDS) unique environments, with bacteria in the sessile phase (biofilms) behaving
differently than in the planktonic phase. It is hypothesized that selection pressure for disinfection is related to the presence of
antibiotic resistance genes and their biofilm-forming capacity could promote that resistance. In this study, we therefore aimed
to isolate bacterial strains from biofilms in the DWDS pipes and assess their disinfectant tolerance, ability to form biofilms
and resistance to antibiotics. Biofilms were aseptically collected during pipe replacement works at the university campus. More
than 50 bacterial strains were isolated from biofilms. Bacteria that grew on specific media for opportunistic pathogens were
selected: SRCOO01 (Pseudomonas sp.), SRTQO1 (Escherichia coli), and SRCDO02 that grew on non-selective agar. Tolerance
to the disinfectant was determined by exposing them to two sodium hypochlorite concentrations: 2 mg/l (high) and 0.2 mg/I
(low) corresponding to the minimum concentration required by legislation. Biofilm formation was determined using 96-well
polystyrene plates in two media: with high nutrients concentration (Luria Bertani, LB, Britania) and low nutrient broth
(Reasoner’s 2A, R2A, Oxoid). To promote biofilm formation, the plates were incubated aerobically on a shaker at 150 rpm at
room temperature for 24, 48, and 72 h. Every 24 h, the growth medium was carefully discarded and replaced by a fresh one.
The disk diffusion test was used to determine the susceptibility of the strains to eight different antibiotics. All three strains
tolerated the low concentration of disinfectant (0.2 mg/I), meanwhile only SRCOO0L1 also tolerated the highest concentration (2
mg/l). Strain SRCO01 demonstrated to form biofilm and resisted to amoxicillin, clavulanic acid, and levofloxacin. SRTQO1
was found to be biofilm-forming and resistant to erythromycin and tetracycline. The SRCDO2 strain did not form biofilms in
either of the tested broths and resisted only to erythromycin. The characterization of isolated strains represents a great advance
in improving monitoring systems and disinfection strategies to provide safe water and thus, reducing waterborne diseases
transmission.
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OPTIMIZATION OF TAILOCIN PRODUCTION FROM Pseudomonas fluorescens SF4C
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Bacteriocins are proteinaceous antimicrobials that inhibit the growth of bacterial strains phylogenetically related to the
producing strain, whose interest lies in their potential for application in the food industry, medicine, or
agriculture. Rhizospheric strain Pseudomonas fluorescens SF4c produces phage-tail-like bacteriocins (tailocins) with activity
against phytopathogenic strains of the genera Pseudomonas and Xanthomona. In general, the bacteriocin expression can be
increased by treatments that cause DNA damage, such as UV irradiation or mitomycin C. However, the protocols must be set-
up for each particular strain in order to find the highest bacteriocins titers. The aim of this work was to optimize the tailocin
production in P. fluorescens SF4c. For this, cultures of strain SF4c were induced with UV or mitomycin C and different
conditions were tested, such as exposure time (or concentration) and induction at different optical densities of culture. The
higher titers of bacteriocin were reached when cultures at optical density of 0.5 were irradiated for 20 seconds with UV at 254
nm. On the other hand, bacteriocin production was also increased when 6 pg mL*mitomycin C were added to a culture at
optical density of 0.5. For potential application of tailocin SF4c, this must be produced on a large scale and properly
concentrated without losing antimicrobial activity. Therefore, the storage of the tailocins at -20°C (the first stage before
lyophilization) and lyophilization process was also evaluated. Different protectors such as reconstituted skim milk and sucrose
were used. The bacteriocins were stable at -20°C. The lyofilization during 72 h reduced the activity of tailocins. However, the
antimicrobial activity was maintained when the lyophilization time was 19 h and skim milk was used as protector. This study
provides useful information for the formulation of bacteriocin as bioinput to be applied in agriculture in the future.
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According to the Argentinian Wildlife Foundation census on the coast of Buenos Aires province, 80% of the wastes were
petrochemicals plastics and microplastics. Since last year, due to the influence of the COVID-19 pandemic, the use of plastics
has increased, especially in containers for prepared food and single-use plastics. For this reason, the world market for
bioplastics is growing steadily. The aim of this work was to evaluate the biodegradation of injected molded bioplastics in
vermicompost using a bacterium isolated with extracellular enzymatic activity for the depolymerization of
polyhydroxyalkanoates (PHAs). Vermicompost (Californian red worm) was sieved through 5 mm opening size. Phylogenetic
analysis: the sequence of the 16S rDNA from the isolated Actinomycetes was compared with the EMBL and GenBank
databases. The phylogenetic tree was constructed. The morphological characteristics were performed in ISP media and the
biochemical tests were carried out according to the Bergey’s manual. Biodegradation analysis: injected molded PHAs samples
consisted in rectangular (1.00 £ 0.05 cm width and 3.00 = 0.05 cm length, thickness: 200 pm) and circular samples (diameter
2 cm, thickness 0.2 cm). Biodegradation by extracellular depolymerase activity was measured at 650 nm by turbidity decrease
and by halo formation around colonies (ISP media, 12 days, 30 °C). PHAs surfaces were observed using a microscope. 28
Actinomycetes were isolated with PHAs biodegradation capacity, with different types of growth, colony morphology and
extracellular enzyme production. Based on the biodegradation halo area, isolates were classified into three groups: low,
medium and high enzymatic activity. From the last group, the one with the highest degradative activity under different
environmental conditions was selected. The bacterium was identified as Streptomyces omiyaensis by phylogenetic studies, 16S
rDNA sequencing, morphological characterization and biochemical tests and it was determined as GRAS. The strain was
deposited in the AGRAL FAUBA culture collection as S. omiyaensis SSM5670. The PHAs samples in vermicompost
inoculated with S. omiyaensis SSM5670 showed the deterioration of their surfaces, with the presence of surface irregularities
and roughness, until the total biodegradation of the samples. The inoculation of vermicompost with an Actinomycetes isolate
with extracellular PHAs degradation activity, would improve the bioplastics degradation, which would be critical given that
the global production capacity of bioplastics has been estimated to increase to approximately 2.44 million tonnes in 2022.

INOCULATION OF PHOSPHATE SOLUBILIZING BACTERIA TO MITIGATE THE
ADVERSE EFFECTS OF DROUGHT STRESS AND PHOSPHORUS DEFICIENCY IN

PEANUT CROPS
Luduefia L, Oggero V, Anzuay MS, Bianucci E, Castro S, Taurian T, Furlan A
Instituto de Investigaciones Agrobiotecnolégicas (INIAB-CONICET), FCE,F-QyN, UNRC. Rio Cuarto, Cdrdoba, Argentina.
E-mail: afurlan@exa.unrc.edu.ar

In the province of Cérdoba, the cultivation of peanut (Arachis hypogaea L.) has a high economic impact since more than 90%
of the national production is concentrated there. However, it was reported that soils contain low contents of nitrogen (N) and
phosphorus (P) and are prone to drought stress (DS) episodes. In these systems, plant growth-promoting bacteria exert
beneficial effects on plants, among which the biological N2 fixation (BNF) and the solubilization of phosphates stand out.
Peanut plants satisfy its N demand by the symbiotic association with Bradyrhizobium sp. Besides, phosphate solubilizing
bacteria (PSB) contribute with the P demand and increase the efficiency of BNF. The objective of this study was to evaluate
the effect of the mixed inoculation of PSB and a N2-fixing microsymbiont on peanut plants grown in the presence of the
combined stresses of P and water deficit, on the colonization of PSB and biochemical indicators of DS tolerance. For this,
peanut seedlings were grown in pots containing 250 g of sterile perlite:sand (2:1) in a greenhouse with controlled light and
temperature conditions. All plants were inoculated with the N2-fixing strain Bradyrhizobium sp. SEMIA6144 (108 cfu ml2).
Treatments were: (1) inoculated with the PSB Serratia sp. $119 (10° cfu ml') or (2) Enterobacter sp. J49 (10° cfu ml%) in
substrates supplemented with an insoluble source of P (Cas (PO4)2 16 mM). The control plants were: (3) fertilized with an
assimilable P source (20 mM KzHPOQa), (4) supplemented with an insoluble P source (Cas (POs)2 16 mM), (5) without
supplemented P. The DS was carried out 35 days after sowing until the appearance of wilting symptoms in the plants. The
control plants for the DS treatment were irrigated at field capacity. At harvest, colonization of PSBs in peanut roots was
evaluated by counting bacterial cells from internal and external root tissues. Also, the relative water content (RWC) and
chlorophyll and proline contents were determined as indicators of DS tolerance. Results obtained indicated that both inoculated
PSBs were able to colonize and persist in peanut internal and external tissues at the end of the experience. Under DS and P
deficiency, a lower number of PSB in external tissues than in inoculated plants grown with P deficiency and normal watering
was found. On the other hand, the BSP strain J49 showed a higher number of cells in the internal tissues of peanut plants
affected by DS and P deficiency conditions than in inoculated plants grown with P deficiency and normal watering. The RWC,
chlorophyll and proline contents showed intermediate values in peanut plants inoculated with PSBs and exposed to DS, which
were between values from un-inoculated plants grown in DS and well-watered plants. In conclusion, the higher capability of



the BSP strain J49 to colonize root tissues in plants exposed to DS and P deficiency could contribute to plant tolerance, as
revealed by some biochemical indicators.
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Promoting Growth Plant Rhizobacteria (PGPR) are bacteria that colonize plant roots and promote their growth. These bacteria
are present in the rhizosphere, rhizoplane or spaces between the root cortex cells and others exist within the cells roots. The
PGPRs increase plant’s yield by various mechanisms that include secreting phytohormones, fixing atmospheric nitrogen,
solubilizing insoluble phosphates among others. The inoculation with PGPR on stressed plants (drought, high temperature,
salinity, etc.) reduces negative symptoms from stress. Native strains with PGPR characteristics have been isolated in the Cuyo
region. PGPRs produce phytohormones like auxin, abscisic acid, ethylene, cytokinins, gibberellins that enhance the plant’s
growth (root growth, tissue differentiation, cell elongation, plant growth promotion). Melatonin (MT) is a hormone of great
interest for its wide variety of functions. In stress conditions such as cold, heat, drought and salinity MT decrease the negative
effects in plants, eg., acts as a scavenger of reactive oxygen and reactive nitrogen species (ROS/SNS). In plants it has been
widely studied, but the study of its role in bacteria is limited and even more so in rhizobacteria. The aim of this study was
determinate the effect of inoculation with the Enterobacter 64S1 and Pseudomonas 42P4 strains in Arabidopsis thaliana plants
under conditions of drought stress and irrigation at field capacity. The plants were grown in a greenhouse for 5 weeks. A
randomized design of 4 treatments with 12 plants each was established. To verify the effect of inoculation, strains 64S1 and
42P4 were used. In addition, a treatment was carried out with the application of MT. The treatments were: 1) control, 2) MT,
3) strain 42P4 and 4) strain 64S1. Morphological, physiological and biochemical variables were evaluated and the
concentration of MT in the rosettes was determined. The data were analyzed by means of analysis of variance. The inoculated
plants under drought stress, presented a greater foliar area, stomatal conductance, concentration of photosynthetic and
photoprotective pigments. Furthermore, for the first time, an increase in MT levels was observed due to inoculation with these
PGPRs. These results show a new mechanism by which PGPR attenuates the effects of drought stress.

MICROBIOLOGY —-MOLECULAR MICROBIOLOGY
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QUORUM SENSING AND QUORUM QUENCHING ACTIVITY INDUCED BY UREA IN
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Serratia marcescens belongs to the family of Enterobacteriaceae and could be isolated from a wide variety of environmental
niches, from water and soil to air. In addition to its environmental ubiquity, S. marcescens is an emerging health-threatening
nosocomial pathogen. In recent years, numerous outbreaks of strains carrying multidrug resistance and a high incidence have
been reported. In 2017, the World Health Organization declared S. marcescens, along with other Enterobacteriaceae, a priority
research target to develop alternative antimicrobial strategies given the high frequency of clinical isolates resistant to
carbapenems. Our laboratory study model is S. marcescens strain RM66262. This is a non-pigmented clinical isolate from a
patient with urinary tract infection (UTI) from a hospital of Rosario, Argentina. Quorum sensing allows the bacteria to
communicate cell-cell to monitor their population density, synchronize their behavior, and interact socially, while quorum
quenching are different mechanisms that attenuate the quorum sensing. The major component of urine is urea, which has been
shown to suppress the detection of quorum sensing in Pseudomonas aeruginosa, while the ability to produce acyl-homoserine
lactones (AHL), the molecules of quorum sensing remained intact. In our laboratory, we carried out a transcriptional analysis
of S. marcescens exposed to urea. The RNA-seq analysis showed that urea is a regulatory signal that increased the expression
of a putative o/ hydrolase which has homology with the lactonase AidA described in Acinetobacter baumannii. Phenotypic
assays confirmed that this quorum quenching activity is cytoplasmic, as most described lactonases, and has the ability to
degrade AHL from Serratia and other bacteria such as P. aeruginosa. Furthermore, our results indicate that S. marcescens
produced AHL under static growth conditions (quorum sensing), while lactonase activity occurred under shaking conditions
(quorum quenching) when was exposed to urea treatment. We can conclude that urea is a signal that modulates the expression
of quorum sensing molecules as well as the quorum quenching activity.
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In recent years, a massive increase in the emergence of antibiotic resistant bacteria has been observed in clinical
settings. Acinetobacter baumannii is one of the most widespread pathogens that cause these alarming infections. Studies have
shown that in this pathogen the global repressor H-NS was shown to modulate the expression of genes involved in pathogenesis
and stress response. In addition, H-NS inactivation results in increased resistance to colistin, and in a hypermotile phenotype
an altered stress response. To further contribute to the knowledge of this key transcriptional regulator in A. baumannii behavior,
we studied the role of H-NS in antimicrobial resistance. Using two well-characterized A. baumannii model strains with
distinctive resistance profile and pathogenicity traits (AB5075 and A118), complementary transcriptomic and phenotypic
approaches were used to study the role of H-NS in antimicrobial resistance, biofilm, and quorum sensing gene expression. An
increased expression of genes associated with [B-lactam resistance, aminoglycosides, quinolones, chloramphenicol,
trimethoprim, and sulfonamides resistance in the 44ns mutant background was observed. Genes encoding efflux pumps were
also up-regulated, with the exception of adeFGH. The wild-type transcriptional level was restored in the complemented strain.
In addition, the expression of biofilm-related genes and biofilm production was lowered when the transcriptional repressor
was absent. The quorum network genes aidA, abal, kar and fadD were up-regulated in 4zns mutant strains. Overall, our results
showed the complexity and scope of the regulatory network control by H-NS (genes involved in antibiotic resistance and
persistence). These observations bring us one step closer to understanding the regulatory role of hns to combat A. baumannii
infections.
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Serratia marcescens is an opportunistic human pathogen that represents a growing problem for public health, particularly in
hospitalized or immunocompromised patients. Despite its clinical prevalence, factors and mechanisms that contribute to
Serratia pathogenesis remain unclear. S. marcescens ability to adapt to and survive in either hostile or changing environments
also relates to the bacterial capacity to express a wide range of secreted enzymes, including chitinases, phospholipase,
haemolysin, nuclease and proteases. The T2SS is a multiprotein secretion complex, present in a wide variety of organisms and
frequently implicated in virulence. In our clinical RM66262 strain, we found the presence of a type Il secretion system (T2SS),
which is chromosomally encoded in the majority of clinical isolates, but absent from most non-clinical isolates, including the
reference, S. marcescens strain Db11. However, the substrates of the RM66262 T2SS, environmental signals and regulatory
factors that modulate its expression are unknown. In this work, we have assessed the regulation of T2SS using gfp-containing
reporter plasmid and we have searched for potential effector proteins secreted by the system. Results showed that T2SS
expression is induced during the stationary growth phase. One conspicuous defense of vertebrates against bacterial infections
is nutrient deprivation, which prevents bacterial growth in a process termed nutritional immunity. The most significant form
of nutritional immunity is the sequestration of iron. We found that under iron-depleted conditions, the transcription levels of
PT2SS-gfp is two-times increased compared to iron-suppled medium. Our preliminary results suggest that the S. marcescens
T2SS secretes effector proteins in response to signals from the extracellular environment, a mechanism that could contribute
to Serratia virulence strategies.
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Salmonella enterica is a species that includes a large group of food-borne and facultative intracellular pathogens causing
infections that ranges from self-limited gastroenteritis to severe invasive illness in susceptible hosts. Among them, S.
typhimurium serovar is the best studied member. During its infective cycle, Salmonella adapts to and survives in different
conditions, including the menacing host environment. This reflects the versatility of its genetic repertoire. Several regulatory
systems have been described to perceive and respond to specific host’s signals modulating the expression of essential virulence
factors. In particular, it has been shown that this pathogen detects the surge of copper (Cu) inside the Salmonella-containing



vacuole (SCV) in infected cells. In this context, mutants affected in Cu-resistance show a reduced survival in macrophages
compared to the wild-type strain. Most known bacterial cuproproteins localize to the pathogen’s cell envelope, which makes
this compartment the main target for Cu toxicity. While most enteric species rely on the CusR/CusS-controlled CusCFBA
efflux system to maintain the periplasmic Cu homeostasis, we noticed that this sensory and efflux system, encoded in the cus
locus, is absent in the genome of most Salmonella subspecies. Still, small and diverse remnants of the outmost cus locus genes
can be identified in most genomes, suggesting that different deletion events took place during Salmonella evolution.
Interestingly, these pathogenic bacteria acquired cueP, a species-specific CueR/CpxRS-coregulated gene, coding for a
periplasmic Cu-chaperone that is essential for Cu-resistance under anaerobic conditions, as CusCFBA in other species.
Although the reasons for gaining cueP and a subsequent loss of the ancestral cus locus are not clear, we hypothesized that
virulence could be the cause. In this study, we reintroduced the E. coli cus locus in the identified cus-scar present in the S.
Typhimurium genome and evaluated its role in Cu resistance and in virulence, both in an otherwise wild-type or in a AcueP
background. As previously reported for CueP, the presence of the cus locus did not affect Salmonella Cu-resistance under
aerobic conditions but increased Cu-tolerance under anaerobic conditions, irrespective of the presence or absence of CueP.
Interestingly, Cu-dependent transcriptional induction of cueP and cusCFBA occurred at different stages of growth, and
irrespective of the presence or absence of the cus locus, only deletion of cueP attenuated virulence in macrophages. These
results indicate that CueP and CusCFBA exert redundant functions for metal resistance, but they fulfill different roles during
macrophage replication and therefore in virulence.

ORF319, A SPI-2 ENCODED Salmonella-SPECIFIC ANTIVIRULENCE FACTOR THAT

CONTROLS BIOFILM FORMATION
Vitor Horen L, Cisana, P, Echarren ML, Checa SK, Soncini FC.
Instituto de Biologia Molecular y Celular de Rosario (IBR-CONICET)
E-mail: cisana@ibr-conicet.gov.ar

Cellulose is a major component of the Salmonella biofilm extracellular matrix. It is considered an antivirulence factor because
it interferes with Salmonella proliferation inside macrophages and virulence in mice. Its synthesis is stimulated by CsgD, the
master regulator of biofilm extracellular matrix formation in enterobacteria. We previously identified a SPI1-2 encoded,
Salmonella-specific transcription factor, MIrB, that inside host cells represses transcription of csgD and its downstream gene,
orf319. Although the function of Orf319 is unknown and deletion of its coding gene has no defect either in biofilm formation
or in macrophages survival, its overexpression substantially increases extracellular matrix production, induces csgD
transcription and reduces Salmonella proliferation inside macrophages. We propose that Orf319 functions as an antivirulence
factor through the control of cellulose production, as deletion of the cellulose synthase coding gene bcsA restored the
proliferation in macrophages of a biofilm overproducing Salmonella mutant strain. Surprisingly, Orf319 effect on biofilm
formation and on csgD expression did not require the presence of MIrB or of any other identified factors regulating csgD
transcription, including MIrA, a key csgD transcriptional activator. These observations suggest a direct role of Orf319 in the
transcriptional control of the biofilm master regulator. In silico analysis shows the presence of two cysteine residues that are
conserved in Orf319 homologues. Alanine substitution of these residues abrogated both csgD activation and biofilm formation,
indicating their relevance for Orf319 biological function. Our findings provide a novel link between the SP1-2 coding factors
in the control of Salmonella virulence and the production of extracellular matrix.

CONTROL OF BIOFILM FORMATION BY A Salmonella-SPECIFIC TRANSCRIPTION

FACTOR UNDER ENVIRONMENTAL CONDITIONS
Tulin G, Checa SK, Soncini FC
Instituto de Biologia Molecular y Celular de Rosario (IBR), CONICET-UNR, Rosario, Argentina.
E-mail: tulin@ibr-conicet.gov.ar

Salmonellosis is a food-borne disease caused by Salmonella that includes illness ranging from gastroenteritis to enteric/typhoid
fever, with millions of cases occurring worldwide every year. One of the key aspects of Salmonella life cycle that contributes
to its high prevalence is its ability to persist in the environment and to form biofilms in abiotic surfaces and in the host tissues.
This multicellular behavior allows the pathogen to survive hostile environmental conditions and confers resistance to both host
defenses and antimicrobial agents. This lifestyle’s change, from motile to sessile cells attached to diverse solid surfaces,
implies a drastic metabolic modification, and depends on the master transcriptional regulator CsgD. This regulator activates
the production of the two major components of the extracellular matrix in Salmonella, the curli fiber and the exopolysaccharide
cellulose, but also other extracellular components important for biofilm development, such as colanic acid and the large cell-
surface protein BapA. Because of its homology to a well-known csgD transcriptional activator, we analyzed the role of BioR,
a Salmonella-specific transcription factor, in biofilm formation. Using the Congo Red dye to evaluate biofilm production in
solid media, and the Cristal Violet dye to quantify the extracellular matrix production in liquid media, we determined that this
factor is required for Salmonella adhesion and biofilms formation. To gain insight into the optimal conditions of BioR
expression, we used lacZ and gfp transcriptional fusions to its natural promoter, as well as specific antibodies. We found that
this regulator is maximally expressed when Salmonella grows at low temperatures and in minimal media. Also, we searched



for genes that were differentially expressed in the presence or absence of BioR, analyzing changes in the bacterial
transcriptome through an RNA-Seq approach. We uncovered that BioR controls the expression of genes encoding several
matrix components, as well as enzymes that take part of diverse metabolic processes. In conclusion, we identified a Salmonella-
specific regulator that modulates biofilm formation at low temperatures and under nutrient limitations, favoring the of
pathogen’s persistence under extreme conditions in non-host environments.
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Carotenoids are isoprenoid pigments synthesized by plants and many microorganisms. These compounds are characterized for
their high antioxidant capacity and fulfill important biological functions in all living systems. The key step in carotenogenesis
is the conversion of two molecules of geranyl-geranyl diphosphate to phytoene, catalyzed by the enzyme phytoene synthase
(PSY). Haloarchaea inhabit hypersaline environments and produce red pigments, mainly the C50 carotenoid bacterioruberin
and related compounds. The pathway leading to carotenoids biosynthesis has been studied in depth in different organisms
(mainly in higher plants), however, the regulatory factors and molecular mechanisms are not clearly understood. Moreover,
almost nothing is known in haloarchaea. Recently, we have reported regulation of PSY turnover by the ATP-dependent and
membrane-associated LonB protease in the haloarchaeon Haloferax volcanii. In this study, the relevance of the C-terminal
portion of PSY as a regulatory element for carotenoid biosynthesis and the influence of LonB in this mechanism were
investigated. H. volcanii mutants were constructed expressing the recombinant full-length PSY protein (HVPSYwt) and
truncated versions of PSY lacking different length sections at the C-terminus. Cells carrying the PSY-truncated constructs
showed hyperpigmentation and contained increased PSY level compared to HVPSYwt. In vivo degradation assays showed
that the C-terminal truncated protein was more stable compared to PSYwt which was rapidly degraded over time. Preliminary
results suggest that this region constitutes the key recognition element for LonB-dependent degradation. These results
demonstrate the relevance of the C-terminal portion of PSY in the regulation of carotenoid biosynthesis in the model
haloarchaeon H. volcanii, a mechanism that may be conserved in other carotenogenic organisms.
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Biosynthesis and secretion of a complex extracellular matrix (EM) is a hallmark of Salmonella biofilm formation, impacting
on its relationship with both the environment and the host. Cellulose is a major component of Salmonella EM and it is
considered an antivirulence factor because it interferes with Salmonella proliferation inside macrophages. Its synthesis is
stimulated by CsgD, the master regulator of biofilm formation in enterobacteria, which in turn is under the control of MIrA, a
MerR-like transcription factor. We identified MIrB, a SPI-2-encoded Salmonella-specific transcription factor homolog to
MIrA, that repress transcription of its downstream gene, orf319, and of csgD inside host cells. MIrB is induced in the
intracellular environment as well as in a laboratory media mimicking intracellular conditions. In fact, a Salmonella AmirB
strain is attenuated in virulence and exhibited an increased csgD expression compared with the wild type strain. Interestingly,
the inactivation of the CsgD-controlled cellulose synthase-coding gene in this mutant strain restored intramacrophage
proliferation to rates comparable to wild-type bacteria. These data indicate that MIrB-directed repression of CsgD inside host
cells decreased cellulose synthase activation and production of this EM component. On the other hand, we noticed that although
expression of MIrB follows that of T3SS-2 genes, deletion of ssrB, the master regulator of the secretion system-coding genes,
had no effect on mIrB transcription. By contrast, MIrB expression requires the activation of PhoP and PmrA, the response
regulators of two key regulatory systems required for intracellular survival. Our findings provide a novel link between biofilm
formation and Salmonella virulence.
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Transition metals (TM) are fundamental in the cellular physiology of all living organisms. Zinc is one of them and participates
as enzyme co-factor and signaling pathways. Due to their chemical properties Zn?* can become extremely toxic. Thus, cells
require a fine tuning of the metal allocation. Zn?* transporters assisted by metallochaperones are key players in this process,
and in gram-negative bacteria, YiiP, a member of the Cation Diffusion Facilitator (CDF) family exports Zn?* from the cytosol
to the periplasm. However, there is yet no evidence of a partnering metallochaperone. Here we provide evidences that in
Pseudomonas aeruginosa, YiiP/PA3963 participates in a Zn-dependent signaling pathways assisted by a metallochaperone
encoded by PA3962 locus. Bioinformatic studies showed that PA3962 displays a 3D structural similarity with both CopzZ, a
Cu* metallochaperone from Bacillus subtilis, and the N-terminal soluble domain of Zn?*-Pls-ATPases. A BLAST analysis
shows that this protein is unique in the clade of Pseudomonadales and that a lipobox recognized by a Signal Peptidase 11 is
conserved throughout all homolog members. Several amino acids candidates for Zn?* coordination were identified. In order to
assess the functional role of PA3962 we quantified the Zn content in cellular fractions of P. aeruginosa WT vs the insertional
mutant PA3962::Tn5 strains. The data showed an accumulation of the metal in the inner membrane fraction of PA3962::Tn5,
but not in other fractions. As observed for yiiP::Tn5, the strain PA3962::Tn5 has an increased sensitivity to imipenem. We
plan further structure-function studies on PA3962 Zn?*, and other TMs, binding capacity. Finally, we discuss the role of YiiP
and PA3962, hereafter periplasmic metallochaperone of YiiP (PmcY), in the context of Zn?* signaling pathways in the P.
aeruginosa physiology. In our working model, YiiP/PmcY supply Zn?* to the two-component system CzcR/CzcS, which
senses periplasmic Zn and represses the transcription of the imipenem-permeable porin OprD in the outer membrane.
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RELOCALIZATION OF CATALYTIC CORE OF RNAP AFFECTS THE GROWTH RATE

IN V. cholerae THROUGH GENE DOSAGE DURING MULTIFORK REPLICATION
Larotonda L, Bordignon, B, Comerci DJ, Soler Bistué A
Instituto de Investigaciones Biotecnoldgicas Universidad Nacional de San Martin (11B-UNSAM)
Email: llarotonda@iib.unsam.edu.ar

Growth rate (GR) is a key parameter of bacterial physiology that varies widely among microorganisms. However, its genetic
basis has not yet been clarified. Gene order in the bacterial chromosomes could play a role in fast-growing bacteria, the genes
encoding for ribosomal proteins (PR) and RNA polymerase (RNAP) are located near the origin of replication (oriC). Under
optimal conditions, fast-growing bacteria overlap replication rounds, a process called multi-fork replication (MFR). Hence,
genes close to the oriC benefit from a higher dose during exponential growth with respect to those in the terminal region (ter).
Such positional bias may be a strategy to maximize the expression of the transcription and translation genes. As most of these
observations come from bioinformatic studies, our goal is to experimentally test these correlations. Our model is Vibrio cholera
(Vc), an easy to handle, fast growing (GT: 16 min) pathogen and also one of the best-studied models of bacteria with compound
genomes since it has a main chromosome and a secondary one. Using recombination techniques based on lambdoid phage
recombinases, we altered the genomic location of the rpIKAJL-rpoBC locus, which encodes the catalytic core of the sole RNAP
in Ve, by placing it at increasing distances from the oriC. All the strains were checked by PCR and Southern Blot. First, we
tested the growth of this strain set. Relocation of the locus in close proximity of its original location shows no phenotype
indicating that neither the transposition process nor the exact genetic context impacts rpoBC function. At maximum growth
condition (BHI, 37°C) relocation of the rpoBC locus far from oriC caused an increase of 12 % in GT. No differences between
strains were observed when they were grown in minimal medium at 30°C, a condition in which MFR does not occur (GT: 60
min). These results suggest that the relocation of rpoBC away from oriC affects the GT due to a decrease in its gene dose in
the exponential phase under optimal growth conditions. However, by relocating rpoBC we simultaneously modify its dose and
its subcellular location. To discriminate between these possibilities, we generated merodiploid strains with two copies of the
locus: both near the oriC, one copy in the original site and other in terl, and also with copies in the terminal regions of both
chromosomes. We observed a restoration of growth speed when a second copy of rpoBC was added in those strains where it
was relocated far from the oriC. On the other hand, the excess of rpoBC dosage, did not show an increase in the growth speed.
In sum, our results suggest that the relocation of the core of RNAP away from the oriC is detrimental to cell physiology due
to reduction on rpoBC locus dosage. In future experiments we intend to elucidate which genes within the locus are those
responsible for the observed phenotypes.
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Acinetobacter baumannii is an important opportunistic bacterial pathogen responsible of a variety of infections in healthcare
institutions worldwide. It can rapidly evolve multi-drug resistance (MDR), and resistance to last-resort carbapenems (carbR)
represents a major concern worldwide. The most frequent cause of carbR in A. baumannii is represented by acquired
Carbapenem-Hydrolyzing class D B-Lactamases (OXA B-lactamases), with the respective blaoxa genes carried by plasmids.
We previously characterized a number of epidemiologically-related MDR A. baumannii strains of the CC15 clonal complex
predominant in our geographical region. The carbR strains of this collection housed different iteron plasmids, some carrying
an adaptive module containing a blaoxass gene and a TnaphA6 transposon conferring resistance to carbapenems and
aminoglycosides, respectively. Similar blaoxa-ss-containing modules are widely found among A. baumannii plasmids,
although the genetic contexts in which they are embedded vary considerably between plasmids. Notably, these and other
resistance modules are bordered by several 28-bp sequences potentially recognized by the XerC/D tyrosine recombinases of
their hosts (designated pXerC/D-like sites), suggesting functions of this site recombination system (SSR) in their horizontal
mobilization. Yet, whether at least some of these pXerC/D-like sites were active in SSR, and how they could mediate
mobilization of the modules they encompass, is only beginning to be understood. To address these questions, we used a
combination of methodologies that included transformation of susceptible Acinetobacter strains with total plasmids obtained
from local carbR A. baumannii strains, the characterization of the plasmids selected in these transformants, the cloning and
sequencing of plasmid fragments, and the final verification of any detected pXerC/D hybrid sites by PCR methodologies. This
allowed us to provide first empirical evidences that some of the above mentioned pXerC/D-like sites could actually conform
recombinationally-active pairs promoting the reversible formation of plasmid co-integrates as well as the intra-molecular
inversion of the structures they encompass in the plasmid molecule. Notably, all of the experimentally-detected active pXerC/D
sites share at their core regions identical 6-bp central regions separating the corresponding XerC- and XerD-binding motifs.
This dynamic state of plasmid architectures resulting from both intra- and inter-molecular recombination mediated by different
pXerC/D active pairs supports our previous proposals (1) of their contribution to the evolution of Acinetobacter plasmids.
These observations, added to the presence of different functional replicons in a single A. baumannii cell showed previously,
certainly expands the host range in the event of lateral transfer, allowing an efficient spread of carbapenem resistance.

1. Cameranesi et al. (2018) Front Microbiol. 9:66. doi: 10.3389/fmich.2018.00066.
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Infection by sexually transmitted microorganisms has been associated with vaginitis, spontaneous abortions, urethritis,
infertility, etc. We investigate the incidence of infection and coinfection for Mycoplasma genitalium (MG), Ureaplasma
urealyticum (UU) and Chlamydia trachomatis (CT) in a population of women in Cordoba. The project has the approval from
the HPUC CIEIS and it was approved by the Research and Teaching Committee from the HPUC for the retrospective samples
analysis. A total of 323 samples of adult female patients from different health centers in the province of Cérdoba were analyzed.
Genomic DNA was extracted from cervical swabs and the detection of the three microorganisms was determined by PCR
according to standardized protocols. MG infection was 6.7%, UU was 49.1% and CT 48.1%. The overall prevalence of
coinfection with the 3 microorganisms was 2.7%. MG infection was found to be associated with CT (95% confidence interval=
1.61 to Infinity, p<0.05) and UU (95% confidence interval = 1.48 to Infinity, p<0.05), showing also a significant correlation
with both CT and UU (r2=0.030 p p<0.05 for CT; r2=0.027 p p<0.05 for UU). However, UU infection did not associate with
CT and vice verse. Analyses of the patient's ages revealed that MG incidence was 25% for patients between 20-29 years old,
25% between 30-49 years and 31% between 40-45 years of age. Examination of clinical data from consultation patients for
reproductive evaluation, revealed no direct association with MG in those patients with a record of recurrent abortion or
infertility. Our study suggests that there would be a higher incidence in women over 40 years of age. Also, our overall data
suggest that MG may have a predictive value for coinfection with other pathogens although the clinical significance of the
association between MG, CT and UU infection remains to be elucidated.
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Gamma-aminobutyric acid (GABA) is a non-protein amino acid, which functions as the main inhibitory neurotransmitter in
humans showing potential for improving several mental health conditions such as stress and anxiety. The microbiota-gut-brain
axis is a bidirectional communication pathway between the central nervous system and the gut microbiota, which is mediated
by several direct and indirect stimuli. Microbial GABA synthesis within the gut can affect host mental health outcomes. In
bacteria, GABA is produced and released by the glutamate decarboxylase (GAD) system, which consists of three key elements:



the positive transcriptional regulator (GadR), the glutamate/GABA antiporter (GadC) and the glutamate decarboxylase
enzymes (GadA and/or GadB). Understanding the molecular characteristics of GABA production by the microbiota can
provide insights into new therapies for mental health. Therefore, the aim of this study was to assess the effect of different
nitrogen; yeast extract (YE) and casitone (C); and carbon (hexose and pentose) sources on the fermentation profile and GABA
production by the efficient GABA producer, Levilactobacillus (L.) brevis CRL 2013 strain and explore the associated
proteomic changes. GABA accumulated up to 72 h in glucose and fructose- CDM (CDMGF) supplemented with YE and C;
this was related to a reduction in glutamate concentration and an increase in the extracellular pH. Lactic acid, acetic acid, and
ethanol (2.5 g/L) could be detected in the fermented medium. In CDM-Xylose (CDMX), the cell density was markedly higher
than in CDMGF, presenting the highest values of lactic (5.6 g/L) and acetic (3 g/L) acids while ethanol was not detected.
Moreover, GABA production decreased about 13 times and the amount of residual glutamate was significantly higher (9 times)
with respect to the CDMGF. The initial addition of ethanol to the CDMX increased both GABA production and the levels of
organic acids. The proteomic data revealed that GadA was upregulated in CDMGF in the presence of YE and C (294 and 50
times, respectively). Under these conditions, GadB expression remained unchanged, whereas CcpA and HPr kinase were
upregulated after YE and C supplementation (3.7 and 2-fold respectively). Furthermore, YE and C supplementation in the
CDMGF induced the differential expression of proteases and peptidases. These expression trends were confirmed by
transcriptional assays (RT-qPCR) with recA as the housekeeping gene. Additionally, ethanol supplementation increased gadA
expression in the CDMX. Our results expand knowledge about the regulation of the GAD system in lactic acid bacteria, where
carbon and nitrogen sources as well as some fermentation by-products may play a key role and support the use of L. brevis
CRL2013 as a microbial cell factory for the efficient production of GABA using alternative energy sources.
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CRISPR-Cas (Clustered Regularly Interspaced Short Palindromic Repeats and its associated proteins) systems are considered
the prokaryotic adaptive immune system responsible for defending the host against mobile elements. They exist in nature with
remarkable diversity, depending on a single protein or complexes of multi-effector Cas proteins. Among the multi-subunit
complexes, the Type I-F is able to seek and destroy DNA through a surveillance complex (Csy) and a nuclease (Cas2/3). The
overall goal of this work is to study the conditions that play a role in the regulation of the Type I-F CRISPR-Cas system of
Shewanella xiamenensis Sh95 which is composed of 6 genes casl-cas2/3-csyl(cas8f)-csy2(casbfl)-csy3(cas7fl)-csy4(cas6f)
followed by a CRISPR array of 152 spacers. We observed that cas genes are transcribed as a polycistronic operon during
stationary phase. In addition, we performed a predictive in silico analysis of the upstream region of casl and the entire cas
operon using BPROM, CNNProm, BacPP, and Virtual Footprint tools. Several putative promoter sequences and transcription
factors binding sites were predicted for both regions. Binding sites for LexA, H-NS, ArgR, and RpoD were detected upstream
of casl. Moreover, an 1S256 was identified upstream of the cas operon by ISfinder and BLAST. Promoter prediction revealed
the presence of H-NS and LexA binding sites within this IS, which might have added complexity to the regulation of this
system. We also tested these regions for a possible posttranscriptional regulation against the Rfam database and we did not
find any predicted family of ncRNAs involved. Next, we tested and verified the effect of different stress treatments for S.
xiamenensis Sh95. We analyzed osmotic stress (20% sucrose, 40 min) and nutrient deprivation stress (culture in M9 minimal
medium for 2 h) by monitoring the bacterial growth (ODsoonm) and viability (CFUs/mL) for validation of these experiments.
In osmotic stress, we observed a decrease in ODsoonm relative to To with an increase in the concentration of viable cells
proportionally to untreated samples, indicating a decrease in cell size by plasmolysis without affecting cell division. In nutrient
deprivation treatment, we observed small changes in ODsoonmand a constant rate count of CFUs/mL which would be associated
with a temporary arrest in cell division. Exposure to UV light stress (254 nm, 30 J/m2, sampled periodically) was evaluated by
the viable counts and the DNA damage effect for up to 300 seconds monitoring the activation of the SOS response and the
levels of lexA and recA. We quantified the effect of these stress experiments on the transcription levels of casl and csy4 by
RT-gPCR. Finally, our results will provide insights into induction and repression conditions of Type I-F CRISPR-Cas systems
contributing to a better understanding of its regulation scenario, which still remains unclear.
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B-lactams are highly efficient against bacterial penicillin-binding proteins by blocking the synthesis of bacterial cell walls.
However, the benefit of this antibiotic is limited due to bacterial resistance mechanisms such as p-lactamases. Mutations in



genes encoding these enzymes enable bacteria to expand the hydrolyzed substrates, receiving the name of extended-spectrum
B-lactamases (ESBL). ESBL degrade penicillin, third and fourth-generation cephalosporins, and monobactams. ESBL are
inhibited by clavulanic acid, sulbactam, and tazobactam. TEM-1 and SHV-1 were the first B-lactamases found, afterwards
CTX-M, PER, and then the less frequent VEB-1, BES-1, SFO-1, TLA-1, CME-1, GES/IBS, OXA, extensively increasing
bacterial resistance. B-lactamase resistance can be acquired by bacteria through vertical or horizontal transmission. These
resistance gene elements can be incorporated into gene cassettes within integrons, mobilized by phages or plasmids. Integrons
are assembly platforms that include genes through site-specific recombination. Dissemination of antibiotic resistance genes by
genetic elements is a growing concern worldwide. Especially those related to class 1 integron capable of carrying multiple
antibiotic-resistance for third/fourth cephalosporins generation and carbapenems. Resistance cassettes dissemination studies
are an extremely relevant issue that concerns antibiotic administration policies. Bacteria can survive the adverse conditions
found in the hospital environment, and the use of antibiotic pressure turns them multi-resistant to various antimicrobials.
Nosocomial infections are among the most common complications in intensive care units. Our goal is to determine the
occurrence of extended-spectrum beta-lactamases (ESBL) and class 1 integron in clinical isolates from local hospitals using
PCR techniques. Gene expression responsible for the ESBL phenotype was analyzed, revealing a prevalence for CTX-M1 in
46.4% samples, CTX-M2 in 4% samples, and finally, TEM-1 81.25% samples for the strains analyzed so far. Our studies show
that 53 of the 68 bacterial strains obtained (78%) were positive for class 1 integron. Also, plasmids were positive in 17% of
the samples examined at the moment. Our results provide a general overview of the gene-prevalence with ESBL activity and
the possible horizontal transfer mechanisms by which these genes were released in Mendoza hospitals during 2018 and 2019.
This prevalence study is essential for antibiotic administration policies to acquired adequate antimicrobial treatment strategies
favoring patients’ health outcomes.
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In a previous study, we obtained 169 isolates of grapevine rhizospheres from the three main wine-growing regions of
Argentina. The isolates were characterized in vitro in different properties of plant growth promotion and of inhibition of
phytopathogenic fungi such as Alternaria alternata and Botrytis cinerea. The isolate Bacillus sp. Tct6 showed a powerful
inhibition of phytopathogenic fungi, for this reason it was chosen for genomic and functional characterization. Since there are
pathogenic species within the genus Bacillus, it is necessary, before continuing with the study of the Tct6 isolate, to achieve
its taxonomic classification. The objective of this work was to sequence, characterize genetically and taxonomically the strain
Bacillus sp. Tct6. The genome was sequenced through Illumina's 2x150 pair-end technology, obtaining 602,237 reads with
approximately 180 Mb reads. After assembly, 54 contigs greater than 500 bp were obtained with a total size of 5,874,226 bp
and a G+C percentage of 34.79%. The annotation identified 5,867 CDS, rRNA: 16, tRNA: 88, tmRNA: 1. The predicted
functions of the protein-coding genes reveal a metabolically versatile bacterium with an abundance of genes for carbohydrate
and amino acid metabolisms. In addition, using antiSMASH (version 5.1.32), 16 clusters were identified for the synthesis of
secondary metabolites and correspond to non-ribosomal synthesis peptides, sactipedtide, lanthipeptide, terpenes, bacteriocins,
betalactones and siderophores. The search for genes related to resistance to antibiotics and toxic compounds identified different
groups of genes, such as: beta-lactamases and genes for resistance to Co, Cd and Zn, among others. For the taxonomic
assignment we used different approaches, first through the 16S we identified the closest species to calculate the ANIm values
using the type strains. Bacillus sp. Tct6 presented the highest values of ANIm with Bacillus thuringiensis serovar berliner
ATCC 10792 [T] (96.51) and with Bacillus cereus ATCC 14579 [T] (96.04). The use of the BToxin program made it possible
to identify the presence of a protein with 36% identity with the Cyt2Cal toxin. Using the Placnet platform, the presence of 4
plasmids was detected, 3 smaller than 12 kb and one larger. In the future, it will be characterized phenotypically to know its
attributes as a growth promoter in plants and its biological control mechanisms.
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Staphylococcus aureus and Pseudomonas aeruginosa are two opportunistic pathogenic bacteria that can cause co-infections.
The interaction between these species has been described primarily as antagonistic with P. aeruginosa overcoming S. aureus.
However, less is known about the complex interplay between these species in vivo. Our main goal was to identify S. aureus
mutations that could possibly modify the dynamics of its interaction with P. aeruginosa. In a primary screening of the S.



aureus USA300 Nebraska library co-cultured with P. aeruginosa PAO1 we found a clone carrying a mutation in the ebh gene
that presented a decrease in its survival in comparison with S. aureus USA300 wild type, 1-fold, and 5-fold under aerobic and
microaerobic conditions, respectively. Ebh is a 1.1-MDa giant protein present on the surface of bacteria belonging to the genus
Staphylococcus. Ebh is present in species that colonize and cause infections in humans, such as S. aureus, S. epidermidis and
S. haemolyticus but it is rarely found in species not associated with human infections. Ebh sequence harbors a YSIRK-G/S
motif, which targets proteins to the cell wall, at the N-terminal. Additionally, it presents 6 FIVAR domains, 45 FIVAR-GA
domains and 8 DUF1542 (domain of unknown function) domains. These sugar and albumin binding repeat domains are thought
to mediate in the binding to extracellular matrix proteins. In several strains, such as S. aureus USA300, S. aureus COL, and S.
aureus NCTC8325, Ebh is encoded in a single 31200 nucleotides-long open reading frame (ORF). However, in strains such
as S. aureus N315 and S. aureus Newman, Ebh it is encoded in two different ORFs, ebhA and ebhB. We analyzed the presence
of ebh in 64 genomes corresponding to S. auereus isolates obtained from pulmonary infections in patients with Cystic Fibrosis
(CF), whose sequences are deposited in public databases. We also included the analysis of 4 isolates obtained from nasal and
wound samples from patients in the province of Cérdoba, Argentina. We found homologues to ebh in 66 of the 68 isolates
analyzed. Analysis of these sequences allowed us to observe that in several of the strains there are variable STOP codons that
could generate proteins of different sizes, ranging from 10624 to 2367 amino acids. Most of the isolates belong to clonal
complexes 5 (CC5) and 8 (CC8) but there is no apparent correlation between premature STOP codon generating mutations
and CC grouping. The analysis of the domains and motifs present in the different Ebh versions present in the different isolates
showed the conservation of the N-terminal of the protein, which contains the signal peptide. This suggests that the truncated
proteins could still be exported to the cell wall. However, their role in the interaction with Pseudomonas remains to be
elucidated.
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Staphylococcus aureus and Pseudomonas aeruginosa are bacterial species that provoke infections in patients with chronic
diseases, after surgery or long-term catheter usage. Bacteria can form communities and co-infections and lead to worse patient
prognosis. In general terms the interaction between these species is thought to be antagonist but in vivo studies suggest it is a
far more complex. Mutations were described in both species during individual infections, but no study analyzed the effect
during co-infections. Our hypothesis is that there are mutations in S. aureus that can modify the interaction with P. aeruginosa.
To detect new genes involved in S. aureus - P. aeruginosa interaction we use the Nebraska Library that comprises an ordered
collection of S. aureus mutant clones with a transposon (Tn) interrupting non-essential genes and P. aeruginosa PAO1 with a
fluorescent protein under a constitutive promoter. We performed a 2000 clones from the Nebraska Library screening to detect
modifications in P. aeruginosa PAO1 growth when was co-culture with the wild type S. aureus USA300 strain or the mutant
clones. Our results showed S. aureus clones that presented an altered interaction with P. aeruginosa were mutated in genes
involved in envelope biosynthesis, iron and energy metabolisms, adhesion and biofilm formation and hypothetical proteins.
Among them, we studied the survival of S. aureus IrgA and uppP mutant strains, both genes related with envelope biosynthesis
and its modifications. We showed 5 times decrease in survival of IrgA strain in co-cultures of 24 hours when P. aeruginosa
was present in comparison with the USA300 under aerobic conditions but interestingly a 2-times increase of survival under
low oxygen conditions. Survival of uppP also showed differences depending on oxygen availability, while under aerobic
conditions survival was 10 times lower in comparison with the wild type strain at microaerobiosis the survival was similar
between both strains. Competition plate assays were performed using P. aeruginosa strains PAO1 wild type and its mucA22
mutant as well as P. aeruginosa HexT1 and its lasR mutant strain. We did not find significant differences among the different
strains except for mucA22 that presented higher competence behavior against the S. aureus upp mutant strain in comparison
with USA300 wild type. A bioinformatic analysis of uppP gene was conserved among different S. aureus strains and a
phylogenetic analysis using MEGA software showed a clustering similar to that observed for the rRNA gene. On the contrary,
for IrgA analysis we observed that while 16S coding gene from S. aureus form a cluster with other human commensal
Staphylococci species (such as S. capiatis and S. epidermidis), IrgA sequence form a cluster with other pathogenic Stphylococci
like S. feli (produces infections in cats), S. intermedius and S. pseudointermedius (cause infection in dogs) and S. delphini
(causes infections in horses among other animals), suggesting a role in virulence. We will focus on these genes in future in
vitro and in vivo interaction experiments.
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Yacén (Smallanthus sonchifolius) is an annual herbaceous Andean plant whose fleshy root and leaves have been consumed
since pre-Inca times. The tuber of this species is known to be a source of phenolic compounds and B (2-1)
fructooligosaccharides (FOS). FOS are small soluble dietary fibers that exhibit prebiotic activity by stimulating the growth
and activity of a limited number of beneficial bacteria in the colon. Alterations or dysbiosis of this microbiome can affect
human health and it is known to be associated to different diseases including autism spectrum disorder (ASD). In experimental
models of ASD multiple studies have reported that dyshiosis in microbiota and its metabolites can affect social behaviour
through the gut-brain axis. Mice lacking Myelin-associated glycoprotein expression (Mag-null, mn), a minor component of
myelin, were recently observed to express an altered social behavioral phenotype compatible with ASD. The objective of this
study was to evaluate the prebiotic effect in vivo of yacon flour by comparing the gut microbiota from Mag-null strain (mn)
with wild type C57BL6J (wt) and its effect on social behavior. Immediately after weaning (P21), mice were divided into 4
groups: wild type fed with standard diet (wtc), wild type fed with 10% yacon flour-supplemented diet (wty), Mag-null fed
with standard diet (mnc) and Mag-null fed with 10% yacon flour-supplemented diet (mny). Sociability and preference for
social novelty behavior were evaluated by the three-chamber social test. For microbiome analysis, fecal content samples were
taken at the beginning and at the end of the experiment for total DNA extraction and subsequent 16s rRNA sequencing. We
observed that Mag-null mice treated with yacon-supplemented diet showed improvement in social behavior characterized by
increased sociability and increased preference for a novel mice (p <0.05). Microbiome analysis shows that alpha diversity of
the bacterial communities increase significatively in mny fed with yacén-supplemented diet when compared to mnc (p <0.05).
In wt, control diet increased significatively alpha diversity in contrast to mice fed with supplemented diet. Beta diversity
dissimilarity showed that the bacterial communities are significantly different between mn and wt strains (p <0.05) regardless
of the treatment and time. In conclusion, yacén flour-supplemented diet increases the microbiome alpha diversity in Mag-null
mice and improves its social behavior.
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Mycobacterium bovis is the causative agent of tuberculosis in cattle, a disease that accounts for economic losses and animal
welfare, and supposes a threat to public health since M. bovis can infect humans. There is increasing evidence that genetic
variation among mycobacterial isolates contributes to differences in immune response induction and disease progression. This
variation in the pathogenicity of MTBC strains is probably caused by the diversity in genetic and evolutionary background.
Therefore, it is necessary to understand the role of genetic diversity of different pathogenic strains of M. bovis in disease
development. With the aim to understand the pathogenesis of M. bovis infection, we compared two M. bovis strains with
different genetic and evolutionary background using an intratracheal infection mouse model. One strain MB894 was isolated
at slaughterhouse, from tuberculosis- like lesions in pigs, and the other was isolated from a wild boar, MB303 which resulted
hyper virulent in a mouse model (Aguilar 2009). We observed the disease progression and cytokine expression profiles, and
further compared the whole-genome sequence (WGS) to identify the virulence factors that may contribute to the pathogenesis
of these two strains. Two groups of BALB/c mice were infected each with the mentioned strains, and one group was used as
negative control (PBS). Mice were euthanized at two-time points. UFC from lung, liver and spleen were evaluated and
histopathological study was performed. Mononuclear cells from spleen were stimulated and cytokines expression was
evaluated. The complete genome from MB894 was sequenced and annotated and the genomic comparison was performed
using the MB303 genome sequence (Bigi et al. 2019). Both strains were able to multiply significantly in the lung, liver, and
spleen of all infected mice, however the MB894 strain affected more severely the lung and liver resulting in a significant
increase in the histopathological lesion score. Both strains induced an increase in the expression of cytokines, showing high
levels of INFy, IL-10 and TNFa. MB894 cytokines expression was significantly higher in MB894 compared to MB303 and
PBS. WGS revealed the presence of 335 SNPs and 34 INDELSs, of which mutations in 12 genes generate changes at the amino
acid level that could have a high effect in the protein function. Our results confirmed the high virulence of MB894 strain and
demonstrated that both strains are diverse in terms of pathogenic, genotypic, and disease progression. Strain MB894 induced
amore evident cell immune response in infected mice, given by a higher level of cytokine expression and severe tissue damage.
Genomic analysis revealed mutations that could involve virulence factors, being responsible for the different degree in
pathogenicity between strains. More studies are needed to determine the possible role of these factors in the pathogenicity of
the infection.
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Pseudomonas aeruginosa is an opportunistic pathogen that chronically infects the airways of cystic fibrosis (CF) patients.
Mucoid, mucA mutant, phenotype marks the onset of chronic infection and constitutes a sign of poor prognosis. The mucA
gene is an anti-o factor that negatively regulates alginate production by sequestration of AlgT, an alternative ¢ factor
responsible for the transcription of the alginate biosynthetic operon. The most frequent mutation responsible for mucoid
conversion is a deletion of a G residue within a homopolymeric track of five Gs (G5426), also known as mucA22 allele, causing
the truncation of MucA C-terminal periplasmic domain. Mutations in mucA gene can also affect major determinants for
bacterial persistence such as quorum-sensing (QS) signals, flagellum biosynthesis or survival under anaerobic and osmotic
stress conditions. In this sense, a growing body of evidence has shown that mucoid mucA22 is highly sensitive to acidified
nitrite (A-NOz"). However, this outcome has yet to be understood. To better understand the functional interactions

between AlgT and its antagonist regulator MucA, we constructed a set of mutants containing different combinations of mucA
and algT composition, namely, AalgT, AalgTAmucA, AalgTmucA22, and mucA22. By measuring cell viability as well as
nitrogen gas and NO2" levels, we confirmed that the mucA22 strain was highly sensitive to NO2" under anaerobic conditions.
Moreover, we determined that it was impaired in the production of acyl-homoserine lactones (AHLs). However, both
phenotypes were restored to wild-type levels upon algT deletion indicating that they might be the consequence of the o factor
deregulation. Based on these observations, we hypothesize that RhIR and Dnr, key regulators that control the QS system and
the denitrification pathways in P. aeruginosa, respectively, were involved in the regulatory pathways leading to mucA22 A-
NO2 sensibility. Thus, we further constructed rhiR and dnr mutants by CRISPR-Cas9 and confirmed they were as sensible as
mucA22 to A-NOz under anaerobic conditions. Using transposon mini-Tn7 vectors, we are currently attempting to introduce
the rhIR and dnr genes in the chromosome of the mucA22 strain in order to address if their expression reverse sensibility of
mucA22 to A-NOz". Our work shed light on the complex regulatory pathways connecting mucoid conversion, quorum sensing,
and anaerobic growth, providing potential targets for future therapeutic strategies to control chronic P. aeruginosa.

ENGINEERING A DIGUANYLATE CYCLASE-FREE Pseudomonas aeruginosa STRAIN BY
MULTIPLEXED GENOME EDITING
Martino RA?, Volke DC?, Hedemann G?, Gigena J*, Nikel P1?, Smania AM*
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The second messenger bis-(3'—5')-cyclic dimeric guanosine monophosphate (c-di-GMP) governs a wide range of
physiological functions in bacteria including biofilm formation, motility, and virulence. In response to internal or external
cues, c-di-GMP levels are modulated by diguanylate cyclases (DGCs, with the canonical GGDEF motif) and
phosphodiesterases (PDEs, with either EAL or HD-GYP domains). DGCs and PDEs catalyze c-di-GMP synthesis and
breakdown, respectively. Exploring the role of these enzymes has traditionally involved the sequential deletion of genes
encoding DGCs or PDEs. In few cases, these efforts led to mutant strains devoid of a small number of DGC/PDE (e.g. in
Salmonella). However, the construction of multiple mutants by targeted mutagenesis is both laborious and expensive, mainly
in species containing a high amount of c-di-GMP—synthesizing proteins. The opportunistic human pathogen Pseudomonas
aeruginosa falls in this category, with 40 genes encoding DCGs, PDEs, or dual domains predicted to be likewise involved in
c-di-GMP metabolism. In this work, we developed a CRISPR/Cas9-based, multiplex genome edition tool for Pseudomonas
species to target all 32 genes encoding proteins displaying a GGDEF domain in P. aeruginosa UCBPP-PA14. In silico
prediction of spacer sequences enabled targeting up to 6 DGC simultaneously. The gene knockout efficiency was confirmed
by whole-genome sequencing of the resulting clones, and the DGC-free mutant had no detectable levels of c-di-GMP.
Phenotypic characterization of this strain indicated that growth rates were not affected by the absence of the messenger
nucleotide across experimental conditions. However, bacterial growth into structured biofilm communities was severely
impaired in the mutant. Motility assays showed that swimming and twitching were likewise unaffected, whereas the DGC-free
strain failed to swarm. Furthermore, we determined that in the absence of c-di-GMP, the production of pyoverdin, the main
siderophore that mediates the iron-gathering capacity of P. aeruginosa, was drastically reduced. In all, this study provides
insights into the multilayered signaling architecture of the highly complex c-di-GMP networks of a priority bacterial pathogen—
offering, at the same time, tools specifically tailored for the genetic exploration of bacterial regulatory networks.
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Bordetella bronchiseptica causes respiratory infections in a variety of mammalian hosts. We have already described c-di-GMP
(cdG) 's role in motility, biofilm formation, and virulence. cdG intracellular concentration is regulated by diguanylate cyclases
(DGC) and phosphodiesterases (PDE). DGC contain a GGDEF domain, responsible for the activity. PDE can have either EAL
or HD-GyP domains. In both cases, activity domains frequently are adjacent to one or more accessory domains. Most roles or
ligands of the accessory domains are unknown. In this work, we present a detailed in silico analysis of the 19 proteins involved
in B. bronchiseptica cdG network. We found 10 proteins with GGDEF domain, 4 with EAL domain, and 5 with both domains
(dual proteins). Phobius program predicted 12 membranes and 7 cytosolic proteins. We used CLUSTALW to compare proteins
sequences with known active PDE or DGC and found 9 proteins with probable DGC activity. Among EAL proteins we
confirmed that 4 of them (PdeA, BB3128, BB2110, and BB3116) presented all conserved amino acids important for activity
and substrate binding. Accessory domains were identified using BLASTP and PROSITE software. Only half of the proteins
analyzed presented known domains (CACHE, DosC, PAS, CSS, REC. MHyT, and CBS). We characterized in detail the
domains REC, CACHE, and HK present in proteins PdeA, BdcA, and BB2109 respectively. We modeled the 3D structures of
the domains with the PHYRE2.0 program. REC domains are present in two-component system response regulators. PdeA has
been described as an orphan response regulator. We found similarities to REC domain from RocR, a response regulator of the
RocASR system in Pseudomonas aeruginosa. All amino acids important for RocR function are conserved in PdeA, including
the phosphorylation site. Accordingly, we proposed that PdeA activity may be regulated by phosphorylation by a still unknown
histidine kinase. BdcA is a membrane DGC that interact with LapD and regulates biofilm formation in B. bronchiseptica.
Phobius predicted that CACHE domain is present in periplasmic space, probably sensing extracellular signals. Although
CACHE domains are widespread in bacteria, they present high variability and can sense different ligands. Comparison of
BdcA CACHE to CACHE domains with known ligands did not give us a strong idea of a putative ligand for BdcA. BB2109
is a membrane, dual protein involved in motility regulation in B. bronchiseptica. Our analysis indicates that EAL and GGDEF
domains have degenerated, hence PDE or DGC activity are not expected. PHYREZ2.0 analysis yielded structural similarity to
WalK protein from Lactobacillus plantarum. The histidine that is phosphorylated in WalK is also present in BB2109,
suggesting a role for this amino acid in BB2109 function. In silico description of these proteins involved in the regulation of
¢dG in B. bronchiseptica is important to design new strategies and experiments to understand the role of this second messenger
in the Bordetella pathogenesis.
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Plasmids are circular or linear extrachromosomal DNA molecules that replicate autonomously and occasionally provide their
guests with bacterial extra genetic material important for their survival and adaptation. The sequencing of bacterial genomes
has generated a vast wealth of data that can be processed by different computational tools to identify plasmid sequences. This
would allow expanding the knowledge about plasmids and their diversity in most prokaryotic taxa. We tested this idea in a
barely studied bacterial genus such as Micrococcus. These are environmental bacteria, and the best-known species is M. luteus,
sometimes associated with skin and opportunistic infections. Other species show potential for biotechnological applications,
as they can produce antibiotics, biofuels, enzymes and could be applied as biofertilizer or in bioremediation processes. Draft
genomes were obtained from sequencing reads of 20 strains of Micrococcus. The combination of different methods on these
genomes allowed us to detect the presence of sequences associated with plasmids in 17 of the selected strains. The predictions
are not complete plasmids, but rather a set of fragments. In these sequences, genes directly associated with plasmid functions
(replication and segregation) were detected, as well as accessory genes related to resistance to toxic compounds, oxidative
stress, and antibiotics. To test the novelty of these predictions, they were analyzed with the software Copla to identify plasmid
taxonomic units (PTUs). Only one set was classified in a PTU containing a diverse set of plasmids that could be involved in
horizontal gene transfer between different phyla. Thus, most of the predictions might represent “novel” plasmids. In addition,
a bipartite bacterial network was constructed with the plasmid predictions and known as actinobacterial plasmids. These
networks include two types of nodes: “genomic” nodes representing each plasmid or genetic unit, and “protein” nodes
representing clusters of protein sequences encoded by the different plasmids. Our network included 833 actinobacterial
plasmids, 17 predictions, and 112878 proteins. The network had poor connectivity, with most of the nodes consisting of single
elements related to isolated plasmids. 80% of the nodes were hypothetical proteins and 69% included only one protein
sequence. From the non-hypothetical proteins, 1438 were annotated as transposases, an abundant element in plasmids, and
they formed the largest clusters. This suggests that most actinobacterial plasmids are “unique” and highlights the lack of
knowledge on the biology and roles of these mobile genetic elements in Actinobacteria. Still, this represents a significant
addition to the Micrococcus plasmid sequences pool and the first step in a study over the whole phylum.
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Mycobacterium tuberculosis is the etiological agent of tuberculosis, an infectious disease with the highest cause of death in
the world. Currently, it has been reestablished since the breach of extensive treatments with antibiotics, the continuous
appearance of strains resistant to specific antimycobacterial drugs, and the HIV epidemic. In actinobacteria, a group of enzymes
called acyl-CoA carboxylases complexes (ACCasa) catalyzes an essential step in the synthesis of fatty acids, the carboxylation
of acetyl-CoA to produce the precursor malonyl-CoA. These enzymes can also carboxylate other substrates and have an
important role in the synthesis of membrane lipids and cell wall. The cell walls of mycobacteria are unusually rich in lipids
and have a huge variety of components that are essential for their viability, and the pathogenicity of these microorganisms. In
M. tuberculosis and M. leprae the ACCasas enzymes produce malonyl-CoA, which is the precursor for the synthesis de novo
of fatty acids and to produce meromycolic acids. Furthermore, these pathogens are capable to synthesize mycolic acids,
mycocerosic acids, and methyl-branched fatty acids, for which they need other precursors such as methylmalonyl-CoA, formed
by the carboxylation of propionyl-CoA. M. tuberculosis genomic analyses revealed that 3 genes encode the subunits o (accAl-
3), and 6 genes encode the subunits B (accD1-6). Thus, M. tuberculosis might have 6 putative different ACCasa complexes.
Mutagenesis studies postulate that the subunit o, AccA3, 3 subunits B, AccD4, AccDS y AccD6, and the subunit €, AccES,
might be essential for the viability of the microorganism. Even though some of these complexes are well characterized in many
aspects, there is little information about their transcriptional and post-transcriptional regulation. The complex ACC5, formed
by the proteins AccA3, AccD5, y AccE5, carboxylate preferentially propionyl-CoA instead of acetyl-CoA, suggesting that its
physiological function is to generate methylmalonyl-CoA, as a precursor of methyl-brunched fatty acids. The characterization
of a conditional mutant in the operon accD5-accE5 of M. smegmatis showed that the accD5 and accE5 genes are essential for
bacteria growth. Protein Wag31 controls the septum formation and interacts with AccA3, a subunit shared with the ACCasas
complexes. However, it is unknown if Wag31 has a regulatory role on AccA3. We have recently identified the Rv3282 gene
of M. tuberculosis, which encodes for a protein called Maf. This gene is adjacent to accE5 gene, which encodes for the ¢
subunit from the complex ACCS5. The function of Maf has not been studied, but its sequence has similarities with an inhibitor
of septum formation. We hypothesize that the role of this protein might be involved in the interaction between Wag31 and
AccA3. We have purified the protein Maf by its heterologous expression in E. coli and started its characterization in vitro.

MI-P124-220

CONTRIBUTION OF DNA POLYMERASE IV TO MUTAGENESIS UNDER OXIDATIVE
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Translesion DNA polymerases (Pol) function in the bypass of template lesions to relieve stalled replication forks. The effective
activity of these Pols requires association with the processivity factor § clamp, which dictates their access to sites of DNA
synthesis. We reported that the Mismatch Repair protein MutS regulates the access of the error-prone Pol 1V to replication
sites in Pseudomonas aeruginosa by controlling Pol IV interaction with B clamp. Previous data from our laboratory suggested
that Pol IV introduces mutations associated with oxidative damage when MutS cannot regulate Pol IV. These results were
obtained by examining the mutation spectra of a reporter gene in the wild type (WT) strain and the mutSP strain, harboring a
chromosomal mutSP allele which encodes a MutS mutant that does not bind to B clamp, and the Pol IV -deficient strains dinB
and mutSPdinB. In the present work, we evaluated the Pol IV mutagenesis under oxidative stress by analyzing a MutT-deficient
strain, mutT, where prevention of nucleotide oxidation is impaired. We found a significant increase in the mutation rates to
ciprofloxacin, rifampicin, and amikacin resistance in the mutT mutSP (TP) strain compared to the mutT strain (T). Pol IV
contributed to this increased mutagenesis as the mutT mutSP dinB (TBD) strain exhibited reduced mutation rates compared to
TP strain. Conversely, Pol IV-deficiency did not decrease the rate of mutations in the mutT DinB strain (TD) relative to the T
strain. Furthermore, the TP strain was more resistant to the killing effect of the oxidizing agent paraquat than the T strain. In
order to better study the role of Pol IV in the mutagenesis of the P. aeruginosa entire genome, we performed a mutation
accumulation (MA) experiment with the T, TD, T, and TBD strains. MA lines were initiated by creating replicates of each of
the founder strains and propagating lines for 1500 generations through repeated bottlenecks of a single, randomly chosen
individual, thereby greatly reducing the effectiveness of selection. MA lines exhibited changes in the colony morphology,
pigmentation, and fitness with respect to the founder strains. We found that the T MA lines evolved toward lower fitness, an
effect that was not observed in the T MA lines, and secondly, TBD MA lines produced higher levels of pyocyanin than
founder strains. The whole genome of founder strains and each MA line are currently being analyzed by next-generation
sequencing to evaluate the mutational events that occurred over the time frame of the MA experiment. In conclusion, this work
reveals that Pol IV activity and its regulation by MutS significantly impacted mutagenic processes under oxidative stress.
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Growth rate (GR) varies widely among bacterial species. The genetic factors shaping GR are still an open question. However,
the growing genomic database and comparative genomics studies, offer some clues. In particular, bacteria bearing a high
number of ribosomal operons (rrn) display higher GRs reflected in shorter generation times (GT). The rrn number varies from
1 to 16 copies, with an average of 6 copies per genome. Alpha-Proteobacteria from Bradyrhizobium (GT=18hs) and Brucella
(GT=3hs) genera interact, either symbiotically or pathogenically, with hosts. Their slow GR difficult their study. Examination
of complete genomes within these groups shows that these clades bear 1 to 3 rrn. In prior work, we found that Bradyrhizobium
strains bearing 2 rrn grew faster, displayed a shorter lag phase and outcompeted strains with 1 rrn when co-cultured. To further
test the link between their slow-growth and ploidy of ribosomal RNA genes, we aimed at comparing GRs of different isolates
with modified rrn ploidy. To prove the feasibility, we built Brucella suis 1330 strains in which we eliminated each one of the
3 rrn by allelic replacement. We observed that reducing copies of rrn, caused a decrease in GR of Brucella suis. Strain depleted
of 2 out of 3 rrn displayed lower cell invasion capacity. We are currently, revisiting this approach in the more challenging
model Bradyrhizobium japonicum E109 bearing 2 rrns. We also cloned its rrn in low copy number plasmid. In sum, taken
together our results suggest that rrn ploidy impacts GR in slow-growers from a-Proteobacteria. This may have a large impact
on how these bacterial groups interact with host. As a parallel approach to obtain mutants with faster GR, we sat up a long-
term evolution experiment (LTEE). This methodology consists of making populations evolve by continuous culturing strains
while avoiding populations bottlenecks. Thus, within evolved populations, one can search for clones with modified GR, and
determine which mutations generate the phenotype by genome sequencing. Here, we carried out an LTEE of 5 populations of
B. diazoeficiens USDA110 and 5 populations of B. japonicum E109. The time that would take the experiment and the high
chances of contamination are difficulties that arise given the low GR. To overcome this, we developed a culture media that
reduces the generational time to 8hs, and generated streptomycin resistant strains. After 500 generations of LTEE we observed
a reproducible increment in the GR of all populations. In the future, these two approaches will lead us to a better understanding
of the genomic factors that shape GR, and will make it possible to reprogram the bacterial GR.
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Mycobacteria possess a versatile metabolism, which allows them to adapt and survive within their hosts. Unveiling the
complex network that coordinates the different metabolisms would provide us with valuable information for the efforts to end
tuberculosis. In other bacteria, such as Escherichia coli, P11 proteins have been positioned as one of the links between nitrogen
and carbon metabolism. This family of signal transduction protein sense a-ketoglutarate, ATP and ADP, which are indicators
of the carbon, nitrogen and energy status. The different conformational-states, determined by the union of these allosteric
effectors, leads to the interaction with a specific group of target proteins, mainly of which are involved in nitrogen assimilatory
pathway. Furthermore, in some organisms, GInB orthologs (members of the PIl family) modulate carbon metabolism by
interacting with the acetyl-CoA carboxylase complex and reducing its activity. Nitrogen starvation has been shown to induce
expression of the PII protein in mycobacteria, including the pathogen Mycobacterium tuberculosis, however, it role has not
been described. Previous results from our laboratory demonstrated that PII is a non-essential protein for Mycobacterium
smegmatis, since its deletion mutant is capable of growing in media containing limiting levels of ammonia. In this work, we
show that PIl mutant does not exhibit growth differences to the wild type strain when given an ammonia shock after being
deprived of nitrogen nor when nitrate is used as the sole nitrogen source. When this strain was cultured on nitrite, the mutant
exhibited a prolonged lag phase compared to the wild-type strain and reached lower optical densities. This effect was
exacerbated when the nitrite concentration was increased. This result suggest that P1l may be involved in nitrite assimilation
and/or detoxification. Regarding the modulation of carbon metabolism, PII proteins do not regulate the acyl-CoA activity in
mycobacteria, as there is not modification in acetyl-CoA and propionyl-CoA activity in protein extracts of M. smegmatis
grown in an ammonia limiting condition, and after an ammonia shock. Further research is required for a better understanding
of PII role in these organisms.
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To date CRISPR-Cas9 technology for the editing or removal of chromosomal or extra-chromosomal genetic elements in some
species of lactic acid bacteria (LAB) have yet to improve. In this work, we propose a single plasmid strategy to modify a LAB
strain and lastly obtain a plasmid free strain with the desired modification. We have constructed the versatile pILCC9 vector
expressing the Cas9 nuclease gene under two different pH-regulated promoters, and the DNA encoding the scaffold domain
of a single guide RNA (sgRNA) under the control of a strong constitutive promoter. pILCC9 is a shuttle vector containing a
low copy number replicon functional in Escherichia coli, which permits the construction of the different plasmid derivatives,
and a theta-type promiscuous replicon, which is able to replicate in a wide range of LAB. Vector pILCC9 can be used to clone
a DNA fragment encoding a specific targeting domain (spacer) of the sgRNA, which enables the Cas9-mediated generation of
double-strand DNA breaks (DSB) within chromosomal or mobile genetic element targets. Transformation of the model LAB
Lactococcus lactis MG1363 with any of these plasmid derivatives yielded transformation efficiencies of ~10:«cfu/ug.
Incubation of transformants containing the chromosome-targeting sgRNA in GM17 adjusted to acidic pH or buffered GM17
led to strong cell lethality. When the sgRNA was directed to a plasmid target, growing of transformants, previously carrying
different plasmids, in acidic GM17 resulted in a complete elimination of the targeted vector in almost all cells. This assay was
tested for low and high copy number plasmids resulting both in successful elimination. Our results showed that the CRISPR-
Cas9 system can be pH-controlled and considering the lactic acid production of L. lactis, it could be either autoinduced once
the culture gained biomass, or externally induced using acid media, to efficiently direct a chromosomic or plasmidic DSB.
Last of all, our results showed that the CRISPR-Cas9 plasmid, pILCC9, replicating in L. lactis exhibits a relatively high
plasmid loss rate after growing in the absence of selective pressure, which guarantees a plasmid free strain once modified.
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S. aureus is a colonizing pathogen, causing mild to severe infections, as well food poisoning, with ability to acquire multiple
antimicrobials resistance (MAR), particularly methicillin-resistant S. aureus (MRSA). It also has great potential for spread in
hospitals (HA-MRSA), community (CA-MRSA) and livestock (LA-MRSA). The presence of S. aureus in Ready-To-Eat
Foods (RTEF) is related to: food-handlers (FH), manufacturing practices or contaminated raw materials. In Argentina, MRSA
causes > 50% of S. aureus infections related to 3 epidemic clones: two CA-MRSA PVL*(ST30-1Vc and ST5-1Va), one HA-
MRSA (ST5-1) and minor clones, such us LA ST97. We aimed to analyze the antimicrobial resistance (AR) and genotypes of
S. aureus strains recovered from RETF and FH, during 10 years in Cérdoba and the genetic relationship among them and with
the circulating clones in Argentina. S. aureus isolates recovered from RTEF (n: 48) and from handlers (n: 50/hands) from
RTEF processing institutions in Cérdoba, 2008-2018, were retrospectively analyzed. The AR was determined by agar diffusion
(CLSI12019) and the presence of mecA/C and ermA/C, pvl genes and ACME locus by PCR. They were studied by PFGE and
MLST, SCCmec and spa-typing.In RTEF, 14 lineages/ST were identified: 37.5% ST8 (t008 and others), 10.4% (ST 188, t189),
8.0% ST72(t1346, t148), 6.3% [ST398(t1451, t571), ST5(t2066 and others) and ST15(t084)], 4.2% [ST30(t5224, t710),
ST1(t2207), ST45(t065, t050), ST88( t186, t5163)] and 2.1% (STI7 t1234, ST620 t346, ST942 11445 and ST12 t4252). Of
the total, 3 isolates (6.3%) were CA-MRSA (mecA+): one without another R [USA300 (USA28/ST8-1Vb/t596/pvl /ACME )]
and two with R to erythromycin (ERY), clindamycin (CLI, ermC*, inducible/MLSBI) and gentamicin (GEN), which were
responsible for a food poisoning outbreak and belonging to the CA-MRSA-ST72-1V-(PFGE-R4/t1346); 9 isolates (19%) were
R to ERY and CLI (ermC *, MLSBi ) and belonged to lineages: ST8 (3), ST398 (3), ST72 (2) and ST942 (1); 3 isolates (6.3%)
were R to tetracycline [ST8/USA300 (2) and ST15 (1)] and 2 (4.2%) R to GEN (ST72). In FH, 11 ST were identified, the most
predominant: 30%, ST8 (t008, and others), 12%, ST72 (t148), 10% [ST45 (t065, t550) and ST121 (t1688)], 8% [ST398
(t1451), ST5 (311 and t002)] and 6%: [ST97 (12802, t3904) and ST30 (t276)]. Of the total, 4 (8%) were MRSA (mecA*), CA-
MRSA without other R, 9 (18%) R to ERY: 1 (2%) by Efflux (ST8) and 8 (16%) R to CLI, ermC* [7, 14% MLSBI (4 ST398
and 3 ST8) and 1.2% MLSBc (ST45)] and 3 (6%) R to GEN (ST12, ST45 and ST8). One was R to GEN and ERY (ST8). Two
MRSA belonged to USA300 clone (ST8-1VVg/t008/pvl /ACME ) and the other two to ST5-1Va-t311 clone. These results
indicate that RTEF are vehicles, and the HF are reservoir for the spread of S. aureus epidemic clones and/or with MAR,
community associated and to livestock (ST97 and ST398). Molecular surveillance of RTEF and HF is relevant as a strategy
for these epidemic clones transmission control.
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¢-di-GMP (cdG) is a second messenger that regulates different processes in bacteria. The intracellular concentration of cdG is
defined by the activity of diguanylate cyclases (DGCs) and phosphodiesterases (PDEs), that synthesize and degrade it,
respectively. The conserved domains for these catalytic activities are GGDEF for DGC and EAL or HD-GYP for PDE and
can be predicted by sequence analysis of bacterial genomes. In recent years, catalytically inactive GGDEF and EAL domains
have been suggested to play roles in signaling by different mechanisms, such as acting as cdG receptors or participating in
protein-protein interactions. BB2109 is a B. bronchiseptica membrane protein harboring a GGDEF domain, an EAL domain
and a HATPase_c domain, commonly found in histidine kinase proteins. Sequence analyses show that both the GGDEF and
the EAL domain are likely to be inactive. We previously described the importance of BB2109 in cdG-dependent motility
regulation. BdcA is an inner membrane DGC of B. bronchiseptica that increases biofilm formation and inhibits motility when
overexpressed in a wild-type background, in a BB2109 dependent manner. However, BB2109 is not important for motility
inhibition mediated by a cytoplasmic DGC, showing that the BdcA-mediated inhibition is not a consequence of a global
increase of cdG. This also suggests that spatial proximity could be required for this regulation. We speculate that BB2109
might interact with other DGCs, especially with those with membrane localization. We analyzed the B. bronchiseptica genome
and selected one plausible candidate: BB4664. This protein is a DGC with a canonical GGDEF active site motif, which strongly
suggest that the protein is capable of synthesizing cdG, and a N-terminal portion with transmembrane helices. We first tested
the activity of BB4664 by overexpressing it in B. bronchiseptica. We observed a 48% motility inhibition, indicative of an
active DGC. Next, we wondered whether BB2109 is necessary for the BB4664-dependent motility inhibition. In the dBB2109
background, BB4664 was unable to inhibit motility, suggesting an interplay between these two proteins. Lastly, we wanted to
determine which portion of BB2109 is responsible for the interaction with BB4664. We performed motility assays with a strain
harboring a mutant copy of BB2109 lacking the HK domain. Interestingly, BB4664 was still able to repress motility but in a
much lesser extent (20%) than in the wild-type background, indicating that this domain is important for a productive BB2109-
BB4664 interaction. We also performed biofilm formation assays for all the strains mentioned, but we didn’t observe
significative differences. These results show that motility inhibition, and probably other cdG regulated phenotypes, are
regulated by diverse DGCs but recruited by a single non active dual protein like BB2109.

MI-P130-263
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Paper is an extremely versatile material with many desirable properties that makes it an excellent substrate for manufacturing
devices for medical diagnostics, food quality control, and environmental monitoring due to its compatibility with biological
systems and biomolecules. There is a progressive tendency to develop applications based on the identification and
quantification of specific DNA sequences of bacterial cells in miniaturized laboratories, lab-on-a-chip (LOC), that are easy to
use, low cost, portable, reproducible, sensitive and that allow obtaining results quickly. The transport of nucleic acid molecules
across paper is a key process in several operations implemented in the development of analytical devices. Integration and
optimization of DNA extraction method in a same device remain a challenge for in situ detection. The objective of this study
was to evaluate the diffusion of DNA obtained after the application of different extraction methods on paper; so that it would
be possible to choose the method that best suit the development of LOC devices based on paper. Pure cultures of Salmonella
Typhimurium ATCC 14028 were used. Five DNA extraction methods were employed: two commercial kits (PURO Virus
RNA PB-L and QIAmp Viral RNA QIAGEN), thermal shock, phenol-chloroform and a lysis solution with Proteinase K and
lysozyme. Chromatography paper (Whatman 3 mm, CHR) was cut into strips (80 x 3 mm) as support for assays. A volume
(50 uL) of DNA extracts dilutions (1/100) from each method was applied on one end of the strips. After, diffusion time was
standardized at 3 min from its application. Fragments of paper from the beginning, middle and end of the strips were eluted
using TE buffer (Tris-EDTA). Subsequently, they were quantified by Real Time PCR (gPCR) and by spectrophotometry
(NanoDrop). This procedure allowed us evaluating the distance diffused throughout the strips. In all cases, DNA were detected
by gPCR and the best performance of DNA diffusion, in terms of cycle threshold (Ct) value, was observed in beginning and
middle fragments of strips with constant values. The averages (Ct + S.D.) of both fragments were: 24,1+0,1 (lysis solution),
24,2+0,04 (thermal shock), 24,8+0,01 (PURO Virus RNA), 28,3+0,7 (QIAmp Viral RNA), 33,8+0,7 (phenol-chloroform
protocol). The end fragments showed some Ct (+S.D.) differences: 31,7+0,1 (lysis solution), 25,6+0,1 (thermal shock),
34,7+0,6 (phenol-chloroform protocol), 24,5+0,04 (PURO Virus RNA), 28,2+0,1 (QIAmp Viral RNA). Using ratio of
absorbance at 260 nm and 280 nm, it was possible to infer the purity of DNA eluted of strips. The purest DNA was obtained
by both commercial kits, followed by phenol-chloroform protocol, thermal shock and lysis solution. Thermal shock and lysis
solution could be good candidates to molecular detection LOC devices based on paper according to optimal requirements,
bringing alternative solutions that improve device autonomy.
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Acinetobacter nosocomialis is a Gram-negative coccobacillus, member of the Acinetobacter calcoaceticus-Acinetobacter
baumannii (ACB) complex. While A. baumannii predominates over all other members of the ACB complex in terms of
incidence, poorer clinical outcomes, and antibiotic resistance rates, A. nosocomialis has gained recognition also as a clinically
relevant human pathogen. Interestingly, we have shown that blue light modulates important physiological traits related to
pathogenicity determinants, persistence and virulence in A. baumannii and A. nosocomialis. Extensive work performed on A.
baumannii showed that this microorganism encodes only one Blue Light sensing Using FAD (BLUF)-type photoreceptor,
designated BIsA, which functions at low-environmental temperatures up to 24°C and is regulated both at the transcriptional
level as well as the activity of the photocycle. In addition, we have shown that A. nosocomialis is able to sense and respond to
light modulating biofilm formation and motility at 24°C. Also, we have shown that light modulates persistence, metabolism,
the ability to grow under iron limiting conditions and virulence in this microorganism. The genome of A. nosocomialis
RUH2624 encodes three BLUF - domain containing proteins, as the only "traditional” light sensors. In this work, we present
evidence indicating that regulation of motility by light in A. nosocomialis is maintained in a wide range of temperatures from
24 to 37°C. Recombinant expression, purification and characterization of the different BLUF-domain-containing proteins
showed that the three of them encode active photoreceptors; however only AnBLUF46 and AnBLUF65 are stable.
Interestingly, anbluf65 is the only gene expressed in vivo exhibiting a stable photocycle in the temperature range at which light
regulates motility in A. nosocomialis. Moreover, intra-protein interactions were analyzed using 3D models built based on A.
baumanni’s photoreceptor, to support spectroscopic data and profile intra-protein residue interactions. Finally, quantitative
proteomic analyses revealed that light could play a main role in the control of A. nosocomialis physiology at 37°C, particularly
modulating pathogenesis and allowing cells to respond and adapt to environmental signals.
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Baculoviruses are enveloped viruses, with double-stranded DNA genomes, pathogens of insects. The Baculovirus Expression
Vector System (BEVS) is a widely used eukaryotic expression system for the production of recombinant proteins in insect
cells to be used as supplies in human and veterinary medicine. In particular, Autographa californica multiple
nucleopolyhedrovirus (AcMNPV) is one of the most used and studied members of the Baculoviridae family. In a previous
study, we described ac109 of ACMNPV as an essential gene that codifies a structural protein required for the production of
infective viral progeny. Thus, this work aimed to employ an ac109 knockout virus (Ac109KO) to obtain recombinant proteins
with minimal levels of co-produced virions. First, to determine the best strategy to produce infectious Ac109KO viruses, co-
transfections of an Ac109KO bacmid that expressed a reporter gene with plasmids containing ac109 gene under the regulation
of different promoters were performed. As a result, we observed that the use of a constitutive promoter did not produce any
virions. On the contrary, the ac109 promoter and the very late polyhedrin promoter boosted by upstream regulatory sequences
(XXLPolh) produced high levels of complemented viruses. Next, to determine the presence and percentage of recombination
between Ac109KO bacmid and each of the plasmids, co-transfection supernatants were evaluated by a viral plaque assay that
allowed the differentiation of plaques from single infected cells. Due to the regeneration of wild-type viruses with frequencies
between 4 and 10%, Ac109 expression vectors with a modified codon usage were constructed and evaluated. Transient
expression assays showed that the recombination rates decreased by half. Next, we constructed a transgenic Sf9 cell line
containing the modified ac109 sequence regulated by XXLPolh, and observed that the recombination rate drastically decreased
below 1%. This strategy also rendered higher titers of complemented virus, although approximately 9-fold lower than the
obtained from control virus in Sf9 cells. Finally, to analyze protein production in this system, the reporter gene expression was
evaluated by fluorescence microscopy and flow cytometry. Sf9 cells were infected with supernatants from transgenic Sf9 cell
line transfected with the Ac109KO bacmid or from Sf9 cells transfected with control bacmid. At 48 h post-infection, the trans-
complemented Ac109KO virus showed similar levels of protein expression as the control virus. In addition, supernatants of
infection with complemented Ac109KO in NIH/3T3 cells induced approximately 5-fold less IFN f mRNA production than
the control virus. In conclusion, we describe a recombinant protein system based on defective Ac109KO baculovirus that
enables the production of proteins at levels comparable to the control virus and the induction of a minimal impact on the
mammalian antiviral response.
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Bovine mastitis is an infectious disease that affects dairy cows causing a reduction in milk production. The habitat of the
opportunistic agents that cause the disease is the environment where the cows live, and the soil is one of the environments with
the greatest microbiological complexity. Bacteria are transmitted to the animal through improper handling of animals, lack of
hygiene, and presence of wounds on the nipples, among others. Considering that the microorganisms are distributed according
to the environmental conditions and the availability of food and that in the first centimeters of the soil there is the greatest
amount of organic matter and O, the development of microorganisms with aerobic metabolism in this section is allowed. The
aim of this work was to characterize dairy farm soils with different prevalence of intramammary infections. Two dairy farms
located in the province of Cérdoba were selected, one with a high prevalence of mastitis due to environmental pathogens (T1)
and another with a high prevalence of mastitis caused by contagious pathogens (T2). Three independent soil samples were
collected for each dairy farm and physicochemical analysis of each sample, isolation and preliminary identification at the
microbiological level were carried out. The results showed that the soil with a pH lower than 7 (T2) presented a lower bacterial
count than the soil with a pH higher than 7 (T1). On the other hand, the availability of some elements such as P, Na, N, K, Mg
and Ca influenced bacterial counts, considering that the greater amount of these minerals would contribute to the development
of microorganisms. In the samples with greater availability of these elements, bacterial development was consequently greater
in some cases, even tripling the bacterial counts (T1). In both samples, presence of Gram-positive bacteria was greater than
75% and Gram-negative bacteria did not reach more than 25%. These results were preserved despite the physicochemical
differences of the soils. Bacteriological results were concurrent with dairy farms reports regarding the prevalence of
microorganisms that cause mastitis. The present study showed that the development of bacteria in the soils of dairy farms is
conditioned by their physicochemical characteristics, which may affect the incidence and prevalence of intramammary
infections.
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The Human Papilloma Virus (HPV) is the most important etiological agent related to cervical cancer (CC). It is considered a
sexually transmitted disease with a high incidence and worldwide prevalence in sexually active women. There are more than
150 viral subtypes that are divided into High Risk (HR) and Low Risk (LR) strains. Some of the most prevalence high-risk
genotypes are 16-HPV and 18-HPV, together with 31, 33, 35, 39, 45, 51, 52, 56, 58, 59, 66 and 68-HPV. The detection of
oncopathogenic HPV strains is crucial, since the HPV tests have been shown to be more sensitive and effective in the early
detection of CC, when compared to the Papanicolaou test. The present work aimed to study the prevalence and genotyping of
HPV in women from San Luis, Argentina, in order to dimension the problem at the local level and develop successful
prevention strategies in the province. Endocervical cytology specimens, collected from a total of 3669 women from 20 to 78
years old in different health’s center of the San Luis province, were analyzed in the Laboratorio de Salud Publica “Dr. Dalmiro
Pérez Laborda” from June 2019 to September 2021. The HPV detection was performed by using the Cobas® 4800 HPV Test
System, approved by the FDA (Roche Molecular Systems Inc., Alameda, CA, USA), where HR-HPV DNA is detected and
genotyped by real-time PCR. This assay simultaneously detects a total of 14 HR-HPV types: 16-HPV individually, 18-HPV
individually, and 12 pooled HR-HPV genotypes (31, 33, 35, 39, 45, 51, 52, 56, 58, 59, 66, and 68). From the total of women
involved in this study, 1579 declared to have health insurance, while 2090 declared not to have it. During 2019, 1073 samples
were analyzed and 189 were positive for HPV. In 2020, the samples analyzed were 1003 and 189 were positive for HPV.
Likewise, in the current year, 1593 samples have been analyzed and HPV was detected in 259. In general, the positivity was
17.57% (637 of 3669). The analyses of prevalence and genotyping showed that 82 positive samples (12.87%) belonged to 16-
HPV, 32 samples (5.02%) were positive for 18-HPV and 446 for other HR-genotypes (70.02%). Interestingly, 77 samples
(12.09%) were positive for more than one genotype, being 52 samples (8.16%) positive for panel 16-HPV+other, 16 (2,51%)
for 18-HPV+other, 6 samples (0.94%) for 16-HPV+18-HPV, and 3 samples (0.47%) were positive for 16-HPV+18-
HPV+other. The knowledge of the prevalence and genotyping of HPV in women from San Luis shows the dimension of the
problem at the local level and is important to plan and develop prevention and treatment strategies by the government agencies
to prevent and contain the disease in the provincial territory.
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The synthesis of sucrose (Suc) is carried out by the combined action of Suc-6P synthase (SucPSase, EC 2.4.1.14) and Suc-6P
phosphatase (SucPase, EC 3.1.3.24). Nitrosomonas europaea is an ammonium oxidizing bacterium and is classified as a
chemolithoautotroph organism. N. europaea can grow either autotrophic or heterotrophically when the carbon source is CO2
or fructose, respectively. We found that N. europaea has a sequence coding for an ~80 kDa protein highly homologous to
SucPSase type Il (possessing both SucPSase and SucPase domains). Our previous results showed that the SucPSase type 1l
displayed low SucPSase (0.065 U/mg) and SucPase (0.012 U/mg) activities. Conversely, the SucPSase and SucPase domains
displayed activities of 0.33 and 30 U/mg, respectively, when separately expressed. Immunodetection assays against the
SucPase domain in crude extracts from N. europaea grown with fructose as sole carbon source showed that the SucPSase type
Il protein is expressed in its complete and low-active form. Since the CO2 present in the air can be considered as a limiting
substrate, we developed a device to grow cells with constant air bubbling using an aeration pump. We observed a notable
increase in OD (2-fold higher) compared to the condition without air supplementation. When we performed immunodetection
on extracts from cells grown under well-aerated, chemolithoautotrophic conditions, we detected the separated, highly-active
domains. Results indicate that the enzyme is present in its low-activity, complete form (~80 kDa) when the bacterium grows
heterotrophically, whereas SucPSase and SucPase domains are separated under chemolithoautotrophic conditions. Curiously,
we found a gene that codes for a serine peptidase of the S8 family in the genome of N. europaea. This protease would cut the
enzyme at the linker of both domains, giving rise to the most active forms of the enzyme. Based on these results, we hypothesize
that sucrose metabolism in N. europaea could be regulated by proteolysis, a fast response to environmental changes.
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Halomonas titanicae KHS3 is a moderately halophilic bacteria isolated from seawater of Mar del Plata harbour. During the
analysis of its genomic sequence, two chemosensory clusters were identified. Cluster 1 includes genes and organization similar
to those of the canonical Escherichia coli chemotaxis gene cluster and is involved in Halomonas chemotaxis. Cluster 2 encodes
a Wsp-like pathway, whose genes and organization resemble those of the homonymous Pseudomonas aeruginosa cluster. In
this pathway, a chemoreceptor-controlled histidine kinase activates a diguanylate cyclase (DGC) by phosphorylation, and the
downstream response includes higher levels of biofilm. In this work, the participation of both chemosensory pathways in
motility and biofilm formation was analyzed. Cluster 1 function was disrupted by a deletion in its histidine kinase gene, cheAl
(chel- mutant). The wsp-like pathway was targeted in two different ways. On one hand, Htc10 (cluster 2 chemoreceptor) was
inactivated by a plasmid insertion (che2- mutant). On the other, the methylesterase gene cheB2 was deleted in order to assess
the effect of an overmethylation (and presumably over-activation) of the pathway on the phenotype (che2++ mutant). Both
chel- and che2++ mutants showed a significantly exacerbated biofilm formation when compared to wild-type strain when
using the crystal violet assay. However, only the che2++ cells had a wrinkly aspect in agar medium, suggesting that the
increased ability to form biofilm of the two strains was due to different mechanisms. Chemotaxis behavior, as assessed in soft
agar plates, was severely affected in both hyperbiofilm mutants. However, when compared by video tracking analysis using
SMT software, the motility of chel- mutant was indistinguishable from the wild-type strain, whereas che2++ showed a
remarkable decrease in the number of motile cells. Substrate adherence after a short centrifugation was significantly increased
in che2++ cells, and long-term biofilm assays also showed increased persistence of adhered cells in this mutant strain.
Likewise, Congo Red staining of macrocolonies revealed an increased production of exopolysaccharides in this strain. All
these features are consistent with a role of cluster 2 in biofilm formation as described for the Pseudomonas wsp pathway.
Consistently, the che2-mutant showed a reduced ability to form biofilm under the same circumstances. The hyperbiofilm
phenotype of the chel- mutant remains intriguing: complementation with very low levels of CheAl restores the wild-type
biofilm behavior even though chemotaxis is not fully restored. Up to now, we cannot find the mechanism underlying the
increased biofilm in the absence of the chemotaxis kinase. Disruption of the cluster 2 chemoreceptor gene in the chel- mutant
will help to elucidate whether or not the hyperbiofilm phenotype is dependent on the presence of cluster 2.
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The marine bacterium Halomonas titanicae KHS3 encodes a cluster of chemotaxis-like genes that exhibits certain peculiarities
highly reminiscent of the Pseudomonas Wsp system. Besides including a diguanylate cyclase (DGC) with a receiver domain
that is presumably activated by a chemoreceptor-controlled histidine kinase, it includes two CheW coupling proteins, an extra
tetratricopeptide (TPR) domain at the C-terminus of CheR2 methyltransferase, and an extra receiver domain at the C-terminus
of the CheA2 kinase. In Pseudomonas, the Wsp pathway is involved in biofilm formation through an increment of the c-di-
GMP levels. However, molecular details about how the pathway is controlled are still missing and its activation has only been
observed in response to growth on solid surfaces. We were interested in characterizing the role of Htc10, the chemoreceptor
encoded within the Wsp-like cluster in H. titanicae KHS3, in the control of the pathway. The overexpression of the
methyltransferase CheR2 resulted in a significantly increased ability to form biofilm, suggesting that a higher level of
methylation of the receptor correlates with an activation of the pathway that result in higher levels of c-di-GMP. Consistent
with that, a mutant with an interrupted htc10 gene did not show any increase in biofilm upon overexpression of CheR2. In the
search for stimuli that control the pathway, the ligand binding domain of Htc10 (LBDHtc10) was expressed with a 6X-histidine
tag, purified, and subjected to thermal shift assays against a library of compounds. The purine derivatives guanine and
hypoxanthine shifted the melting temperature (Tm) of LBDHtc10 by more than 10°C. The LBDHtc10 was crystallized in the
presence of hypoxanthine and guanine, and analyzed by X-ray diffraction. The structure could not be solved by molecular
replacement, thus, a new crystallization in the presence of selenomethionine was carried out, and the diffraction data from the
obtained crystals were used for experimental phasing. Those data were used to solve the structure of the ligand binding domain
from a crystal at 2.1 A resolution. LBDHtc10 has a double Cache structure, and the ligand binds in the distal pocket. Contacts
between the residues Y125, N161, D163 and N177 and the ligand were identified. Proteins carrying the mutations Y125F or
N161A/D163A were expressed and subjected to thermal shift assays in the presence or absence of hypoxanthine. In the absence
of any ligand, the Tm of the three recombinant proteins was around 45°C, indicating that the mutations did not alter the folding
in a drastic way. In contrast, whereas the presence of 10 uM of hypoxanthine caused a shift of 15°C in the Tm of the wild-type
protein, it hardly changed the Tm of the two tested mutants. We have demonstrated the involvement of Htc10 signaling on
biofilm formation, and its specific recognition of purine derivatives. Ongoing studies are aimed to understand the role of
ligands on biofilm control.
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Salmonella enterica is one of the major bacterial agents that cause foodborne infections in humans all over the world.
Traditional Salmonella detection methods are based on cultures using selective media and characterization of suspicious
colonies by biochemical and serological tests. These methods are generally time-consuming. The TagMan system was
designed as a multiplex reaction to simultaneously detect three molecular markers of Salmonella spp. The target sequences for
Salmonella spp. were one housekeeping gene and two genes that encode for virulence factors. The validation assays for
multiplex TagMan system was carried out by real time PCR using different collection strains. The strains were: Salmonella
Choleraesuis (ATCC 4931), Salmonella Typhi (CECT 4594), Salmonella Typhimurium LT2 (ATCC 15277), Salmonella
enterica subsp arizonae (CECT 4395, 4396), Shigella disentereae (CECT 584), Shigella sonnei (CECT 457), Escherichia coli
(50365 NCTC), Escherichia coli 0157:H (NCTC 12900), Serratia marcescens (ATCC 14041, 13880), Vibrio campbellii
(ATCC 25920), Enterobacter sakazakii (ATCC 29544), Yersinia enterocolitica (CECT 500), Listeria monocytogenes (CECT
4032), Staphylococcus aureus (ATCC 9144). Additionally, a total of 141 Salmonella spp clinical strains were isolated during
the 2018 outbreak in Salta-Argentina, 16 Salmonella spp. and 12 Escherichia coli strains isolated from Laboratory food
hygiene inspection and control laboratory from Spain, were tested. The limit of detection (LoD) was determined using the
standard curve of Salmonella Typhimurium ATCC 14028. The viable counts (CFU/mL) of cell suspension was determined by
plating 100 pL of each dilution on S-S Agar (Britania) in triplicate and were incubated at 37°C for 24 h. The detection system
TagMan gPCR multiplex has 100% inclusivity and exclusivity, all Salmonella strains used were accurately detected. The
method did not report any false-positive results. After standardization, the efficiency of the TagMan gPCR reaction was> 98%,
with a dynamic range of 7 orders (R?= 0.98) for all molecular markers. The cut off assumed values of > 43.67 (Ct) for the
three genes. The sensitivity of TagMan gPCR systems was 7x10? CFU/mL. We have described a multiplex TagMan gPCR
method for Salmonella spp. that is simple, sensitive and enables the quick and precise detection of the most prevalent serotypes
of Salmonella in human clinical samples.
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The severe acute respiratory syndrome coronavirus 2 (SARS-CoV-2) was associated with pandemic disease in 2019 (COVID-
19). The high diagnostic demand has affected the supply of reagents used in the molecular detection workflow for COVID-
19. Knowing the nucleotide sequences of genes in SARS-CoV-2, allows us to improve, increase and readjust the diagnostic
detection system, i.e. sensitivity and specificity for assays. For this purpose, bioinformatics analysis are crucial for the
development of new primer and probe systems that amplify molecular markers in viruses and bacteria. The aim of this work
was to design specific primers in order to amplify the complete nucleocapsid gene (gen-N) of SARS-CoV-2 to analyze its
sequences and detect possible variations in the strains that circulates in Salta-Argentina. Nucleotide sequences of gen-N of
Argentina and Wuhan were downloaded from the Global Initiative on Sharing All Influenza Data (GISAID) database. A
multiple sequence alignment was carried out with DNA-Man software to identify the consensus regions using default settings.
Different primer sets were designed using Primer Express® v.3.0.1 software. The primer sets obtained were tested in silico
with a Basic local Alignment Search Tool (primer-BLAST) of public databases. Inactivated clinical samples from COVID-19
positive patients in Salta city were used to obtain RNA viral using commercial kits. Retro-transcription (RT), conventional
PCR and electrophoresis were performed using primes design to gen-N amplification. The results obtained with primer-
BLAST software show an in silico amplification of 1468 bp of gene-N in SARS-CoV-2 strains for the database of NCBI. High
specificity was observed with primer designed for the virus target demonstrated by NCBI database analysis. Positive results
for RT-gPCR reactions were obtained to amplify N and RNaseP genes from all samples. These results show a correct sample
processing, RNA extraction and amplification of SARS-CoV-2 genes by RT-gPCR. Nevertheless, in some positive samples
the amplification of the complete gen-N by RT followed by conventional PCR failed. This could be a consequence of the RNA
poor integrity or variations in gene-N sequence in the region primers annealing. In this work we show a specific design of
primers that amplify the complete gene that encodes the nucleocapsid of SARS-CoV-2, which will be sequenced to carry out
a more specific design of the marker of the virus under study in the future.

PLANTS BIOCHEMISTRY and MOLECULAR BIOLOGY
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CONTRIBUTION OF LIMYB IN ARABIDOPSIS THALIANA UV-B RESPONSE
Petrich J, Ramos RS, Casati P, Spampinato C, Falcone Ferreyra ML.
Centro de Estudios Fotosintéticos y Bioquimicos (CEFOBI, CONICET-UNR)
E-mail: petrich@cefobi-conicet.gov.ar

LIMYB is a transcription factor involved in Arabidopsis thaliana plant defense against viral infection. In this signaling
pathway, LIMYB interacts with the ribosomal protein RPL10A in the nuclei to downregulate the translational machinery.
Thus, A. thaliana plants overexpressing LIMY B show lower protein synthesis, less association of viral mMRNA with polisomes
and higher tolerance to viral infection. Although LIMYB expression is not regulated by UV-B radiation, our aim is to elucidate
whether LIMYB, in cooperation or not with RPL10A, is involved in UV-B responses. For this purpose, we investigated the
effect of UV-B in Arabidopsis limyb mutants and overexpressing plants. First, we analyzed transcript levels of previously
described LIMYB target genes such as RPL4, RPL13, RPS25, RPL28e and RPS13a after UV-B exposure. Both the mutation
and the overexpression of LIMYB does not affect the expression by UV-B radiation of these genes. However, LIMYB-
overexpressing lines show less inhibition of primary root elongation after UV-B treatment with respect to WT plants, while
the opposite is observed in limyb mutants. In addition, LIMYB-overexpressing plants exhibit decreased membrane damage, not
change in the chlorophyll content and increased levels of UV-absorbing phenolic compounds after UV-B exposure in
comparison to WT and mutant plants. Our results suggest that LIMYB could participate in UV-B responses and its
overexpression could improve UV-B tolerance in Arabidopsis.

PL-P02-24

METABOLIC CHANGES IN LEAVES OF PRUNUS PERSICA INOCULATED WITH
TAPHRINA DEFORMANS
Novello MA, Drincovich MF, Lara MV
Centro de Estudios Fotosintéticos y Bioquimicos (CEFOBI)-CONICET- Facultad de Ciencias Bioquimicas y
Farmacéuticas-UNR
E-mail: novello@cefobi-conicet.gov.ar

Leaf peach curl is a disease affecting Prunus persica trees around the world. The causal of the disease is the dimorphic fungus
Taphrina deformans. In addition to leaf hypertrophy and reddish coloration, the disease is characterized by a decrease in
photosynthesis. In order to identify early defense responses of Prunus persica against Taphrina deformans infection, in a
previous work we analyzed differentially expressed genes (DEGs) by RNA-seq in leaves from a susceptible (DS) and a
resistant (DR) genotype after 12 and 96 hours of fungal inoculation. Fold change was calculated as the relation between
normalized gene counts at 12 or 96 hpi with respect to 0 hpi for each genotype. Functional classification of DEGs revealed
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that photosynthesis was among the ten most enriched categories in both genotypes. In this way, to get insight into the effects
of the pathogen in plant photosynthesis and carbohydrate metabolism in asymptomatic leaves challenged with the fungus, we
explored the levels of chlorophylls (Chls), sugars such as sucrose, glucose and starch, the alcohol sugar sorbitol which is the
major photosynthetic product, and the content of Rubisco and sorbitol dehydrogenase. Two genotypes with contrasting
sensitivity (DS and DR) were analyzed after 12 and 96 hours post inoculation with T. deformans and compared to the control
at 0 hpi. Chla and -b decreased at 12 and 96 hpi with respect to 0 hpi in DS, while slightly decrease in Chlb were observed at
96 hpi in DR. In both genotypes, Rubisco content decreased at 96 hpi with respect to 0 hpi. It is interesting to note that DSO
exhibited greater levels of sucrose, sorbitol and starch than DRO. Starch content decreased in both genotypes at 12 and 96 hpi
with respect to 0 hpi; however, the reduction was greater in DS than in DR. Moreover, starch content tended to be restored at
96 hpi in DR. Sucrose levels also decreased in both genotypes after inoculation. With respect to glucose, while it decreased in
DR over time after inoculation, glucose content increased in DS, with maximum levels at 12 hpi. Sorbitol levels decreased at
96 hpi in both genotypes (four-times and two-times in DS96 with respect to DSO and in DR96 with respect to DRO,
respectively). These findings, together with transcriptomic data suggests a decrease in photosynthesis and accumulation of
photosynthates in infected leaves. However, the impact on these processes is stronger in the susceptible genotype. In
symptomatic leaves, a change to a type of metabolism similar to that of sink tissues has been described. The results presented
here suggest that the effects on carbon metabolism start to occur very early after inoculation when symptoms are not yet
developed.

PL-P03-58

GENOMIC STABILITY IS ALTERED IN SALT-TREATED ATMSH7 MUTANTS
Chirinos-Arias M, Spampinato C
Centro de Estudios Fotosintéticos y Bioquimicos (CEFOBI-CONICET), Universidad Nacional de Rosario
E-mail: chirinos@cefobi-conicet.gov.ar

DNA mismatch repair (MMR) is a highly conserved biological pathway that improves the fidelity of DNA by correcting single
base-base mismatches and unpaired nucleotides that arise through replication errors. Plants encode MutS protein homologs
(MSH) conserved among other eukaryotic organisms, but also contain an extra MSH polypeptide (MSH7). The Arabidopsis
thaliana MutSy (heterodimer of MSH2-MSH?7) preferentially recognizes some base—base mismatches. Considering that soil
salinity is one of the main causes of abiotic stress that can threaten genome integrity, we studied the effect of salt on the tenth
generation (G10) of msh7 T-DNA insertional mutant and wild type A. thaliana plants. Seeds were sown on agar plates
containing 0.5X Murashige and Skoog medium (MS) and grown for 10 days at 22°C under a 16/8 light/dark photoperiod.
Seedlings were then transferred to agar plates containing MS supplemented with 100 mM NaCl and grown for 48 hours. DNA
of each plant was isolated before and after treatment. High Resolution Melting (HRM) and Inter Simple Sequence Repeats
(ISSR) molecular markers were chosen to determine genome stability. HRM analysis was performed with specific primers
designed for reported regions with frequent SNPs and COLD-PCR for mutant enrichment. We found that wild type plants
under control and salt-treated conditions conserved the same melting curve pattern, while mutant plants under salt conditions
showed a shift in the melting curve pattern with respect to the control. As for ISSRs, no polymorphisms were observed in wild
type plants under control and treated conditions. However, the treated mutant genotype showed ISSR band loss compared with
control plants, which indicates the presence of genomic mismatches that prevent ISSR primers annealing. Taken together, our
results suggest that MSH7 is involved in salt stress-induced DNA damage response.

PL-P04-70

DOES THE USE OF ANTI-HAIL COVER AFFECT THE QUALITY STANDARDS, THE
METABOLIC PROFILE AND THE CELL WALL ENZYMES ACTIVITIES OF
BLUEBERRIES?

Morales L2, Gollan A, Bello F?, Rivadeneira MF®, Vazquez D®, Tripodi KEJ?

@Centro de Estudios Fotosintéticos y Bioquimicos (CEFOBI)- FCByF-UNR
bE.E. INTA Concordia
E-mail: morales@cefobi-conicet.gov.ar

The use of anti-hail covers (AHC) has increased over the last years in the North Eastern of Argentina. Its use is intended to
protect crops against hail and torrential rains, as well as to reduce the impact of the negative effects of atmospheric adversities,
sudden changes in temperature or intense winds. However, it is known that this practice may modify the orchard microclimate,
potentially affecting the fruit organoleptic quality. The present study aimed to evaluate the effect of AHC in the biochemical
background and internal quality parameters of two broadly grown blueberry (Vaccinium corymbosum) cultivars, ‘Emerald’
and ‘Snowchaser’, at full harvest. The study was conducted in commercial blueberries orchards during the 2018/2019 periods
at Concordia (Entre Rios). The strategy also included the measure of total phenolic compounds (TPC), the activity of enzymes
connected with the cell wall and the content of metabolites by GC-MS. It was found that the effect of growing conditions on
quality parameters was more evident in 2018 than in 2019 for ‘Snowchaser’ while the opposite happened for ‘Emerald’. In
both seasons and condition of growth, the traits that significantly changed, were always higher for ‘Emerald’. Regarding
texture, one of the most appreciated traits, it was either higher under AHC or it did not change with treatment (‘Emerald’,
2019). The photosynthetically active radiation was reduced on average by 17 % in both seasons for fruit grown under AHC;


mailto:morales@cefobi-conicet.gov.ar

as a consequence, a mean delay of ten days was registered for each phenological stage in both varieties. Regarding the TPC
and the activities of cell wall related enzymes, they differed with season and variety but were not affected by growth conditions.
As a whole, fluctuations were more evident in season 2019. ‘Snowchaser’ held less TPC and b-gal activity than ‘Emerald’,
but higher PME and pectinase activity. This last finding could explain the lower firmness of the first variety in the field grown
fruit, but the same argument is not applicable to fruit grown under the net, that showed higher firmness.The content of several
compounds, such as sugars, organic and amino acids, was higher in ‘Emerald’ under AHC. It is predictable that this would
have a positive effect in the final taste of this berry. The same can be foreseen by aspartic acid content, an amino acid related
with umami flavour, as glutamic acid. The attributes that featured the field grown fruit from ‘Snowchaser’ were citric, malic
and glucuronic acids, while threalose and raffinose were higher under AHC growth conditions. It can be concluded that the
use of protective nets in berries culture is a good alternative to deal with unfavourable climate conditions, since it did not alter
to a large extent their agronomic traits. However, there exist varietal differences. In fact, ‘Emerald’ responded better in general
to the net application, since all measured traits either did not change or even improved in relation to field growth.

ARABIDOPSIS LATERAL ROOT DEVELOPMENT IS MODULATED BY THE CONJOINT

ACTION OF THE TRANSCRIPTION FACTORS ATMYB68 AND ATHB23
Perotti MF! , Huck SV?, Jo Chang Ig?, Hong Jong C?2,Chan RL!
Lnstituto de Agrobiotecnologia del Litoral (CONICET — UNL — FBCB)
2Plant Molecular Biology and Biotechnology Research Center, Gyeongsang National University, Korea.
3Division of Plant Sciences, University of Missouri, USA
E-mail: perottimflorencia@gmail.com

Roots as anchorage organs are responsible for plant water and nutrient uptake. The root system exhibits high plasticity that
allows plants to adapt to the soil. This flexibility is governed by physiological, genetic, and epigenetic programs. Hormone-
responsive transcription factors (TFs) are crucial players in determining root architecture and development. The screening of
an Arabidopsis TF library, using the homeodomain-leucine zipper | member AtHB23 as bait, allowed identifying AtIMYB68
as an interactor. We confirmed such interaction by an independent Y2H assay and in planta by BiFC. AtMYB68 belongs to
the large family of MYB TFs, involved in a wide range of regulatory networks controlling development, metabolism, and
responses to biotic and abiotic stresses, whereas AtHB23 was recently described as directly activated by the auxin-regulated
TFs ARF7/19 and acting as a direct regulator of the auxin carrier LAX3 and the TF LBD16. Thus, AtHB23 acts as a negative
regulator of lateral root initiation. Here we describe histochemical analyses of transgenic plants carrying the construct
promAtMYB68:GUS showing that AtHB23 and AtMYB68 are coexpressed around the lateral root primordium and in the
vasculature of emerged lateral roots. The expression pattern of AtMYBG68 is induced by the hormone auxin, as it was previously
observed for AtHB23. Independent amiR68 silenced lines showed the opposite phenotype compared with that exhibited by
amiR23 silenced plants. Initiated lateral roots in amiR68 plants were less than those of the WT or amiR23 silenced plants,
impacting the number of total lateral root. Altogether, our results indicate that the interaction of AtHB23 and AtMYB68 is
necessary to balance the density of lateral root primordium and that these TFs have opposite functions in this developmental
event.

EFFECTS OF TEMPERATURE ON ALTERNATIVE SPLICING OF REVEILLES (RVES), A

PLANT CLOCK GENE: MECHANISMS AND FUNCTIONAL IMPACT
Assaf CH, Mora Garcia S, Yanovsky MJ
Fundacién Instituto Leloir (FIL), Argentina.
E-mail: cassaf@Ieloir.org.ar

All organisms have an endogenous time measurement mechanism called “circadian clock”, that synchronizes growth and
development with daily and seasonal changes in the environment. In Arabidopsis (Arabidopsis thaliana), the circadian clock
is composed of interlocked regulatory feedback loops, in which REVEILLES8 (RVES8) and its homologs RVE4 and RVES6 act
as transcriptional activators, promoting the expression of core clock genes in the afternoon. RVES clade proteins also have
functions in the modulation of light input to the clock and the control of plant growth at multiple stages of development. There
is strong evidence of the existence of co- and post-transcriptional regulatory mechanisms in the control of circadian rhythms.
Particularly, most plant core clock genes give rise to different mMRNA isoforms by alternative splicing (AS). Recent studies
have shown that several clock genes produce alternative isoforms at different temperatures, strongly suggesting an association
between AS, clock, and environmental adaptation. To contribute to the study of how plants adjust their growth and
development to daily and seasonal changes in their environment, we set to evaluate the effects of temperature on the level and
function of alternatively spliced isoforms of RVES. Previous results showed a change in alternative transcripts of RVES in
plants exposed to cold treatments. The alternative use of the 3’ end in intron 7 was validated using RT-PCR, confirming an
increase of the alternative isoform when plants were treated at low temperatures. To evaluate the functions of these variants,
we expressed the coding region of both isoforms of RVES fused to Green Fluorescent Protein (GFP), under the control of
either the Cauliflower mosaic virus 35S promoter (p35S) or its own endogenous promoter (p35S::RVE8:GFP;
pRVES::RVES8:GFP). These constructs were introduced in mutant rve468 plants to evaluate the complement and differential
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responses of the isoforms. Preliminary results indicate a partial complementation of the phenotype in these lines, but no
differences were observed between plants transformed with either the canonic version or the alternative isoform. This could
suggest that the alternative isoform, which bears a premature termination codon, could be a target for Nonsense Mediated
Decay (NMD), therefore having a role in the regulation of RVES8 expression levels. Further evaluation should be done to
determine whether these isoforms effectively complement the mutant and if they have any physiological effect.

COMBINING NATURAL VARIATION AND MUTANT ANALYSES TO DISSECT THE
GENETIC REGULATION OF FLOWER AND SEED ABORTION IN ARABIDOPSIS.
Petreli MV, Depetris DA, Fusari CM.

Universidad Nacional de Rosario. Facultad de Ciencias Bioquimicas y Farmacéuticas. Centro de Estudios Fotosintéticos y
Bioquimicos (CEFOBI-CONICET-UNR), Argentina.

E-mail: mvictoriapetreli@gmail.com

Crop improvement is essential to meet rising food demand and combat changing climate. This involves identifying alleles that
improve stress adaptation and yield potential. Yield is severely impacted by flower and seed abortion due to carbon shortfall
early in the reproductive phase (Lauxmann et al., 2016). Here we combine both, the analysis of a core set of accession to
identify natural variation at the process of abortion and a screening of a mutant population targeting genes involved in central
metabolism regulation. Our aims are: 1) to evaluate the natural variation for the process of abortion and initiate a Genome
Wide Association Studies (GWAS) to select candidate genes, 2) to identify genetic factors involved in the co-regulation of
metabolic components and in the process of seed and flower abortion. We phenotyped a core set of 40 accessions belonging
to the diversity panel (Horton et al., 2010) and a group of 30 SALK lines. Accessions and mutants were grown under normal
conditions (i.e., long day: 16h light/8 h dark). A group of plants from each line was subjected to abiotic stress (i.e., 4 days of
extended darkness) at the beginning of the reproductive phase, and then returned to normal growth condition. Silique and
flower abortion was scored at day 15 after the stress treatment. A differential response was observed for natural accessions
after stress. Mutants targeting a gene involved in the regulation of fructose metabolism showed less flower and seed abortion
than wild-type plants, growing them either under control or after stress conditions. Overall, these findings indicate both that
GWAS can be applied to identify genes involved in the regulation of flower and seed abortion, and that carbon metabolism is
highly influencing sink strength under abiotic stress.

IMBIBITION OF WHEAT SEEDS WITH POLYAMINES MODULATES THE

INTERCONVERTIONS OF CITOKININS FORMS IN THE SEEDLING
Gomez Mansur NM#P, Recalde L2, De Diego N¢, Spichal L¢, Cavar S¢, Péncik A°, Novak O, Gallego SM2P, Benavides MP2P
aUniversidad de Buenos Aires FFyB, "UBA- IQUIFIB, CONICET, °CRH FSc Palacky University, Czech Republic
E-mail: nabimngm @gmail.com

Successful germination and early stages of seedling development are crucial steps in the growth of a new plant. Seed pre-
soaking with a diverse class of chemical agents has been associated with positive impacts on these critical growth stages.
Previous work in our lab demonstrated that include polyamines (PAs) during the imbibition of wheat (Triticum aestivum L)
seeds increased primary root length. To understand the molecular mechanisms underlying this effect, their endogenous pairs
and cytokinin’s (CK) metabolites were determined in root and leaves of seedlings. For this purpose, seeds (20/25) were soaked
with 30 mL distilled water (C) or 25uM spermine (Spm), spermidine (Spd) or putrescine (Put) for 3h in an orbital shaker (24
+ 2 °C, darkness). After germinating on wet filter paper during 30 h (24+2°C, darkness), seedlings were transferred to pots
containing vermiculite (3 seedlings per pot), and at least 8 pot per treatment were prepared for each experiment. Plants were
grown in a growth chamber (photoperiod 14/10 h light/dark, 24+2 °C, 50% relative humidity) and irrigated with diluted (1/4)
Hoagland's nutrient solution. After 6 d, plants were harvested; the roots were washed with distilled water and separated from
the aerial part. Seedlings derived from imbibed seeds improved root length and showed higher index vigor than C ones. In
leaves, Put incremented endogenous diamine propane (DAP), cadaverine (Cad), Put, Spd, Spm and their conjugated pairs
levels. Treatment with Spd exerted a similar effect on Spd and Spm. On the contrary, Spm decreased the analyzed PAs. In
roots, all PAs had a similar effect increasing total and free Cad. To evaluate the homeostasis of CK, thirty (30) metabolites
corresponding to the different CK fractions and types were determined. In C leaves, the most abundant CK fraction corresponds
to the O-glycosides (49%), followed by the bases (30%), the ribosides (18%) and the minor fraction was constituted by the N-
glucosides (3%), nucleotide precursors were undetected. In the root, the total CK content doubled that of the leaf, and 11%
was in the form of nucleotide precursor, 12% free base, 17% ribosides, 56% O-glycosides and 4% N-glycosides. The
proportions found for each fraction are within the range predicted for monocots. In relation to the types of CK, cZ was the
majority in both tissues (more than 90% of the total), followed by iP and tZ, and finally DHZ (less than 1%). The imbibition
with PAs altered CK metabolism. In common, the three PAs decreased CK precursors and increased ribosides. Our results
show that although all polyamines functioned as biostimulant agents in wheat, each one exerts this effect through its own
molecular mechanisms. Modulate endogenous PA balance as well as modify the interconversions among individual forms of
CK form part of the adjustment of seedling metabolism.
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POLYAMINES AND SODIUM NITROPRUSSIDE EXHIBITED DIFFERENT BEHAVIOUR
AS PROTECTORS UNDER DARK OR Cd-INDUCED SENESCENCE
Cabrera AV?, Recalde L, Blager L!, Groppa MD?, Benavides MP2,
1Departamento de Quimica Bioldgica. Facultad de Farmacia y Bioquimica. Universidad de Buenos Aires.>2IQUIFIB-
CONICET.
E-mail: andreacab86@gmail.com

Polyamines (PAs) and nitric oxide (NO) are essential for plant growth and development. It has been demonstrated that
putrescine (Put), spermidine (Spd), spermine (Spm) or NO exhibit anti-senescence properties in plants. Cadmium is a metal
that accelerates senescence by inducing cellular degradation. In this work, we studied how PAs or NO avoid dark or Cd-
induced senescence in wheat leaves using a floating “in vitro” model. Leaf segments were incubated in the dark with 100 pM
of the three PAs or SNP (as NO donor) for 72h or pretreated 24h with 100 uM PAs and then exposed to 50 uM Cd for 48h.
Spd, Spm and SNP reduced chlorophyll degradation between 50% and 150%, but only the PAs reduced TBARS increase by
50 % compared to C during dark-induced senescence. In Cd-treated leaves, Spd and Spm partially recovered chlorophyll decay
induced by Cd between 10% and 40% respectively. Electrolyte leakage (EL) was partially prevented only by Put in dark-
incubated leaves, but Spd and Spm significantly reversed the 275% increase in the electrolyte leakage induced by Cd. This
parameter was reduced 60% by Spd, 40% by 100 uM Spm and 65% by 25 uM Spm compared to the C. In the dark, SNP
increased superoxide dismutase (SOD), catalase (CAT) and guaiacol peroxidase (GPOX) activities, whereas Spd and Spm
enhanced CAT and SOD but decreased GPOX activity respect to the C. Cd increased SOD activity 30% but reduced CAT
activity more than 50% respect to the C. Exogenous added Spd recovered almost 50% of CAT activity over the values
measured in Cd-treated leaves while 25 pM Spm restored the enzyme activity 30% in the presence of Cd. Histochemical
detection of ROS revealed that Spd and Spm partially avoided the increase in O; generated by Cd but did not have any effect
in preventing H.O. formation when used alone. Cadmium increased H.O. formation with respect to the C, and none of the PAs
reversed Cd-increased H,O, formation when used in the pretreatment assay. In the dark, only SNP reduced O, formation
whereas H.O, deposition was restricted by Put but enhanced by Spd and Spm. A different mode of action of PAs or NO in dark
or Cd-induced senescence is suggested by these results. In the dark, the main way of action of the three PAs seemed to be
through their antioxidant or scavenger properties, protecting the tissues from chlorophyll loss or avoiding lipid peroxidation,
by increasing SOD and CAT activity. Under Cd exposure, Spd and Spm recovered chlorophyll loss and maintained membrane
stability by reducing electrolyte leakage, but could not avoid lipid peroxidation, despite the increase in CAT or GPOX
activities. SNP increased the antioxidant enzymes but could not avoid damage to tissues either avoiding electrolyte leakage or
lipid peroxidation, though protected against chlorophyll degradation. Other senescence parameters are currently being
evaluated to shed light on the mechanisms involved in PAs or NO action.

UNDARIA PINNATIFIDA AQUEOUS EXTRACT AS A RESISTANCE INDUCER AGAINST

P. INFESTANS ON POTATO
Olivieri FP, Machinandiarena MF, Lobato MC, Becherucci ME, Sisti V, Armani TF, Feldman ML
I1B-CONICET- Fac de Cs Exactas &Naturales- UNMdP- (7600) Mar del Plata- Argentina
E-mail: mfeldman@mdp.edu.ar

Sustainable agricultural practices increasingly demand novel environmentally friendly compounds which induce plant
immunity against pathogens. Stimulating plant immunity using seaweed extracts is a highly viable strategy, as these
formulations contain many bio-elicitors which can significantly boost natural plant immunity. Certain bioactive elicitors
present in a multitude of extracts of seaweeds may activate plant’s defense responses. Undaria pinnatifida is an invasive
macroalgae in Argentinean coast and its use as a biostimulant has begun to be studied. Therefore, the aim of the present work
is to evaluate the effect of algae extracts (EA) on potato defense responses. Our preliminary results showed that Undaria
pinnatifida aqueous extracts (EA) protected potato plants against Phytophthora infestans infection (Pi). We analyzed the
expression of genes that might be involved in this process, as PR1 and IP1I genes (Salicylic Acid and Jasmonic acid pathways
markers respectively). We found that PR1 increased its expression by infection with P. infestans, but increased much more in
plants treated with EA, 5 days after Pi inoculation. However, IP1l expression, showed an increment only when EA was applied.
Additionally, the expression of two genes involved in induced resistance was analyzed: POPA (a guaiacol peroxidase) and
SNRKI (a stress marker). Both genes increased their expression after Pi inoculation, but POPA increased to a higher extent
after EA+Pi treatment in accordance with total peroxidase activity visualized in a zymogram. Other defense response, as
changes in polyamine content, was also analyzed. Preliminary results have shown that Spermine is induced after EA treatment
and was higher in EA+Pi. We have previously shown that potassium phosphites (KPhi) induced the above responses in disease
and UV-B stress tolerance, therefore, we started analyzing if the combination of both compounds enhances the beneficial
effects already described for phosphites. The possibility of taking advantage of a local resource such as the invasive algae
Undaria pinnatifida, as an inducer of the defense responses against P. infestans infection on potato plants, or its possible role
to increase the known beneficial effects of the phosphite compounds, would allow the use of a natural resource available in
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the region, and eventually generate a strategy to improve crops without environmental risk. Moreover, the bioprospection of
algae may contribute reducing its detrimental effects on coastal marine ecosystems.

Fe-S PROTEIN SINTESIS IN GREEN ALGAE MITOCHONDRIA
Marchetti-Acosta NS, Terenzi A, Pagani MA, Gomez-Casati DF, Barchiesi J, Busi MV
Centro de Estudios Fotosintéticos y Bioquimicos, CEFOBI — CONICET,

UNR, Rosario, Argentina
E-mail: marchetti@cefobi-conicet.gov.ar

Iron is an essential micronutrient for all aerobic organisms and it is present in many proteins as a cofactor, forming part of the
Fe-S clusters. These groups are present in numerous proteins that participate in different metabolic pathways such as
photosynthesis and respiration, regulation of gene expression, protein translation, maintenance of DNA integrity, and in
metabolic pathways related to the assimilation of nitrogen, sulfur and iron. Although there are several reports that have
characterized the function and regulation of genes and proteins that participate in the production of Fe-S groups in bacteria,
yeasts and humans, little is known about the presence and function of these genes in photosynthetic organisms, especially in
algae. Studies carried out in A. thaliana demonstrated that there are three metabolic pathways for the assembly of Fe-S groups:
(i) the SUF (sulfur mobilization) pathway in chloroplasts, (ii) the CIA pathway of assembly of Fe-S groups in the cytosol, and
(iii) the I1SC pathway, mitochondrial iron-sulfur group. The SUF and ISC machines perform the synthesis of Fe-S groups in
three basic stages. In the first stage, S is obtained from the reaction catalyzed by a cysteine desulfurase, NFS, and combines
with Fe in a Scaffold protein for the de novo synthesis of groups (2Fe-2S). In a second stage, the Fe-S group is released from
the Scaffold with the help of chaperones and co-chaperones and bound by a protein transfer. The third step is less known and
comprises the conversion of (2Fe-2S) into groups (4Fe-4S) and the insertion into apoproteins. In this work we investigated the
presence of homologous genes which code for scaffold proteins, regulatory proteins, chaperones and co-chaperones of the Fe-
S group synthesis pathway in chlorophytes. For this, we carried out a search for sequence similarity of amino acids using each
“protein sequence from ISC proteins found in A. thaliana as a query in the Uniprot, Phytozome and NCBI databases. For all
the sequences analyzed, we identified several homologues which presented high percentages of identity respect to the query
sequence. We also performed alignments of all the chlorophyte ISC sequences plus the A. thaliana homologues using Clustal
Omega and we detect that the critical residuals for the function of each protein are highly conserved. To analyze the cellular
location of the proteins, we used the Depp-Loc1.0 server. The results showed that many of the proteins present cytoplasmic
localization, while they would have a plastidic localization. To a lesser extent, we found proteins that would have a dual
location in the nucleus and cytoplasm.
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ANALYSIS OF THE CONNECTION BETWEEN CYTOCHROME C AND THE SNRK1-

DEPENDENT GROWTH AND STRESS REGULATORY PATHWAY
Coronel FP, Canal MV, Gras DE, Welchen E. Gonzalez DH
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In eukaryotic organisms, respiration occurs in mitochondria and involves the transport of electrons through a series of protein
complexes that oxidize reduced coenzymes and reduce oxygen. Cytochrome ¢ (CYTc) is a small heme protein that participates
in electron transport coupled with ATP synthesis. Mutants in one of the Arabidopsis CY Tc-encoding genes, CYTC-1, have
shorter roots, smaller rosettes and delayed growth. Under the hypothesis that an alteration in CYTc levels modifies the activity
of growth regulatory pathways related with energy availability, we studied a possible connection between CYTc and the SNF1-
related protein kinase 1 (SnRK1) pathway, involved in adjusting cellular metabolism during starvation and stress conditions.
For this, we analyzed the effect of adding exogenous sucrose or glucose to mutants and overexpressors in CYTC genes and in
crosses with plants altered in KIN10, which encodes a component of SnRK1. Our results indicate that altered CYTc levels
cause a differential growth response of roots and hypocotyls to increasing sugar concentrations. CYTc levels also affect the
sensitivity to high glucose concentrations that cause inhibition of growth. The effect of sugars is also dependent on the
photoperiod under which the plants were grown. In addition, changes in CYTc levels alter the expression of genes that are
under the control of the SnRK1 pathway. The results indicate the existence of an interconnection between CYTc and the
SnRK1 pathway, probably through changes in mitochondrial activity. Current studies are underway to analyze these
interconnections at the molecular level.
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THE HOMEODOMAIN-LEUCINE ZIPPER TRANSCRIPTION FACTOR ATHB40

MODULATES AUXIN DISTRIBUTION IN THE ROOT TIP OF ARABIDOPSIS
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Plants grow on different soils thanks to root plasticity, which allows adaptation to varied conditions. The main and lateral roots
development is modulated by a crosstalk between hormones and hormone-responsive transcription factors (TFs). AtHB40 is
a TF belonging to the homeodomain-leucine zipper | family, previously described as having a role in branching together with
its paralogs AtHB21 and AtHB53. In this work, we show that AtHB40 plays an important role in the main root
development. We obtained AtHB40 mutants (athb40), overexpressor plants (OE) and transgenics bearing the promoter driving
the expression of the GUS reporter gene. The expression of AtHB40 was restricted to root tip, in columella and quiescent center
cells, and vascular system in 7 days old plants. athb40 mutants exhibited longer roots, whereas OE showed the opposite
phenotype. AtHB40 paralogs, AtHB21 and AtHB53 were not expressed in root tips, indicating a non-redundant role for
AtHB40. The gravitropic response was altered depending on AtHB40 expression levels; mutants had an enhanced response,
whereas OE plants did not properly sense gravitropism. Surprisingly, these changes in the gravitropic response were not
correlated with amyloplast formation and distribution; these structures did not change in mutant or OE plants. Because the
gravitropic response is essentially modulated by an asymmetrical auxin gradient, we investigated the interaction of AtHB40
with auxin transporters. For this purpose, we generated athb40 x pLAX3:GUS crossed plants which analysis indicated that the
TF is a negative regulator of LAX3. Moreover, lax2 and lax3 mutants showed a reduced gravitropic response compared to
controls. The latter was identified as a direct target of AtHB40 by a chromatin immunoprecipitation assay; two cis-acting
elements present in LAX3 promoter were differentially bound by AtHB40. We also obtained crosses between athb40 and
PIN2:YFP and the expression of this transporter was modulated by the TF. Moreover, in OE plants crossed with DR5:3GFP,
which senses auxin, the reporter gene signal falls nearly to the absence, indicating a lack of this hormone in the root tip.
Altogether, our results indicated that AtHB40 is a crucial player in the modulation of auxin and auxin transporters in the root
tip, altering the gravitropic response of Arabidopsis plants.
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CHARACTERIZING ALTERNATIVE SPLICING AS A GENERATOR OF IncRNAS FROM
CODING GENES.
Rodriguez FS?, Servi L1, Bellora N?, Petrillo E.
LInstituto de Fisiologia-Biologia Molecular y Neurociencias (IFIBYNE), CONICET- FBMC FCEN UBA, Ciudad
Universitaria, CABA, Argentina. 2Institute of Nuclear Technologies for Health (Intecnus), CONIC), Bariloche, Argentina
E-mail: florchirodri@gmail.com

Light signals induce a massive reprogramming of gene expression in plants. Alternative splicing (AS) produces multiple
transcripts (variants or isoforms) from a single gene through the variable and regulated choice of different splicing sites. In
addition to generating different isoforms that can be translated into different proteins, this process can also give rise to variants
without coding capacity, which tend to degrade, allowing delicate regulation of the amount of protein generated. However,
non-coding transcripts could control chromatin status, modulate the abundance of other RNAs (miRNAs, IncRNAs, mRNAs,
etc.), and even translation. So, they could act as long non-coding RNAs (IncRNAs). Light regulates the alternative splicing of
transcripts of different genes in A. thaliana, among which At-RS31. Changes in the splicing pattern of this gene in response to
light would modify the amount of protein that can be generated (splicing factor), since only one isoform is translatable,
MRNAL. Although the overexpression of mMRNAL generates deleterious phenotypes, by overexpressing all the variants
(genomic construction), the resulting plants present normal phenotypes. We previously demonstrated that the other
predominant isoform of At-RS31, mRNAZ3, is retained in the nucleus, progressively accumulating in the dark. These findings
invited us to hypothesize that this transcript could be fulfilling a nuclear regulatory function, being an IncRNA generated by
alternative splicing. This reasoning led to the bioinformatics search for other potential transcripts showing similar
characteristics. For this, the differential expression of the isoforms of A. thaliana in multiple RNAseq (from public repositories)
linked to the translation, degradation and localization of RNA was analyzed. As a result of this analysis, we found multiple
new candidates, which resemble the At-RS31 mRNAS3 and could function as InNcRNAs in A. thaliana. Next we will validate
some of the candidates and characterize their functions.
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Krippel-like factor 6 (KLF6) belongs to a large family of mammalian Spl-like/KLF transcription factors that play critical
roles in regulating key cellular functions ranging from differentiation to proliferation and apoptosis. It has been described that
KLF6 can fulfill an antitumor role causing the arrest of the cell cycle through the expression of p21(CIPYWAFL) However, the
arrest of the cell cycle caused by KLF6 decreases the cytotoxic effect produced by chemotherapeutic drugs that cause DNA
damage. In this work, we analyze the role of KLF6 in cell death induced by treatment with drugs that inhibit PLK1 and ROCK
kinases in HCT116 cells which express K-Ras®'3P mutant as oncogenic driver. Mutational activation of the RAS family of
genes is one of the most common oncogenic events in cancer, occurring in around 30% of human solid tumors. However,
despite decades of study, effective therapies against tumors harboring RAS gain-of-function mutations remains a challenge
since activated Ras is considered an undruggable target for cancer therapy. Hence, synthetic lethality approaches have begun
to be explored to induce selective death in cells expressing activated Ras mutants. It was recently reported that the combined
inhibition of PLK1 and ROCK kinases leads to potent induction of synthetic lethality in immortalized human ovarian epithelial
cells expressing mutant K-Ras, but not in isogenic counterpart cells having K-Ras wt. The underlying mechanism involved
apoptotic cell death through increased p21(CIPYWAFL) expression. We observed that treatment with ROCK and PLK1 inhibitors
(fasudil and volasertiv, respectively) produced a peak of endogenous KLF6 expression levels at 6 h. after exposure of cells to
these chemotherapy drugs. This increased KLF6 expression also occurred in response to fasudil alone, but not with volasertib
as individual treatment. The KLF6 responsiveness to both drugs was also analyzed in isogenic p53 cells where no significant
differences were found with respect to HCT116 wt cells, both at the KLF6 expression levels and cell survival to fasudil
treatment. This result indicates that cytotoxicity mediated by the mitotic stress caused by ROCK inhibition does not involve
p53 function and open a question about what does mean the KLF6 responsiveness to fasudil treatment. Remarkably, shRNA-
mediated KLF6 downregulation renders HCT116 wt cells more sensitive to ROCK inhibition, and a similar effect was also
found in HCT116 p217 cells. Hence, the tumor suppressor ability of KLF6 to interfere with oncogenesis triggered by mutant
Ras, involving a p21(CIPYWAFD.mediated cell cycle arrest, must be inhibited to enhance the susceptibility to chemotherapy
drugs based on mitotic stress, such as ROCK inhibition.
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In plants, calcium signals are involved in multiple physiological processes such as stomatal opening, stress responses, and
polarized growth of root hairs and pollen tubes. These signals are given as repetitive oscillations of cytosolic free Ca2+ where
the intensity and amplitude correlate according to the stimulus. Pollen tube growth occurs through the concerted action of
different factors such as pH, ROS, actin and a calcium gradient. Any imbalance between these factors causes aborted pollen
tubes and therefore, defects in fertility. In this work, we propose to perform a functional study of the P2B type calcium pumps
(Autoinhibited Ca2+-ATPases, ACASs), in pollen tubes of Arabidopsis thaliana. These pumps are mainly located in vacuole,
endoplasmic reticulum and/or plasma membrane and are involved in removing calcium from the cytoplasm. Studies conducted
with ACA insertional mutants have shown that these pumps have a physiological role beyond the maintenance of Ca2+
homeostasis. From a total of 14 ACAs reported in the Arabidopsis genome, we study single and multiple mutants of those
genes specifically expressed in mature pollen. So far, we report that double mutants show a significant deviation in the expected
segregation ratio, a decrease in siliques length and a smaller number of seeds compared to the wild type genotype.

Key words: Arabidopsis, calcium, pollen tube, ACA
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The Endoplasmic Reticulum (ER) is a dynamic organelle where are performed numerous functions, such as: storage and
release of Ca?*, lipid synthesis, folding and post-transductional modifications of proteins. All these processes are
interconnected and can be performed only if the Ca?* concentration in the lumen is optimal, this Ca* acts as a key messenger.
When the loaded of newly synthesized proteins exceeds the folding and/or processing capacity in the organelle, the ER enters
into stress condition. To restore the homeostasis, the organelle activates a signaling transduction pathway collectively termed
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the Unfolded Protein Response (UPR). (PKR)-like-ER kinase (PERK) is an early stress response ER-transmembrane protein
that is generally inactive due to its association with the chaperone BiP. During ER stress, BiP is tritrated by the unfolded
protein, leading PERK activation and phosphorylation of eukaryotic initiation factor-2 alpha (elF2 ), which attenuates protein
synthesis. We demonstrated that calcineurin-A/B(CN-A/B), an heterotrimeric Ca?* protein, directly associates with PERK,
increasing its auto-phosphorylation and significantly enhancing inhibition of protein translation. It has also been observed that
the B isoform of subunit A of CN (CN-Ap) in astrocytes has an important PERK-dependent cytoprotective effect. Although
the involvement of Ca?* signaling in a multitude of cellular functions has been well documented, little is known about its role
in restoring homeostasis, once UPR is activated. Recently, we described an active ER Ca?* release through the translocon
during acute phase of UPR. The translocon is a protein complex formed by a heterotrimeric core (Sec61a, B, y). Sec6la,
extends on the ER lipid bilayer and forms the channel pore. Here, we evaluated, in astrocytes, the dependence of Ca?* on
PERK activation by immunocytochemistry as well PERK/CN interaction and elF2a phosphorylation, after induces stress and
pharmacologically modify translocon activity. Moreover, we demonstrated that, using a cell line deficient in all isoforms of
IP3 receptor and by performing blue native PAGE followed by two-dimensional gel, PERK forms a macromolecular complex
with the translocon (Sec61a) and CN, under stress condition. Overall, these data strongly suggest that PERK is activated by
cytosolic Ca®* increase originated through the translocon during acute phase of UPR.
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In Saccharomyces cerevisiae, mating between cells from the two mating types, MATa and MATa, is initiated when secreted
pheromones activate specific GPCR receptors in each partner. GPCR activation triggers a signal transduction cascade that
leads mating behavior, including cell cycle arrest, chemotropic growth and large changes in gene expression. We have
previously demonstrated that the degree of activation of the pheromone pathway in MATa cells is independent of the number
of receptors expressed. This is because yeast cells are able to respond to the fraction of occupied receptors, which depends on
pheromone concentration and not on the absolute abundance of receptors. This mechanism, called ratiometric control (RC),
allows cells to transmit information downstream precisely even when there is considerable variation between cells. Here we
explored another possible instance of RC but at the level of the pheromone pathway's transcription factor Stel2. We used
fluorescence microscopy to measure the response of various transcriptional reporters in single cells after induction with a-
factor in wild type cells or cells artificially overexpressing Ste12. Notably, we found that the concentration-response curves of
several canonical reporters are largely unaffected by this perturbation, indicating that pheromone-induced transcription
depends on pheromone concentration alone and not on Stel2 abundance. In contrast, other Stel2-dependent responses,
including cell cycle arrest and off-target gene expression are greatly enhanced in Ste12 overexpressing cells, indicating that a
specific mechanism of RC is in place to control the core of the pheromone response genes. We are currently studying the
molecular basis for this behavior. Our results suggest that RC at the level of transcription could be a common robustness
conferring mechanism in eukaryotes.
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LOSS OF AMINO ACID HOMEOSTASIS MEDIATED BY THE GCN4 TRANSCRIPTION
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During nutrients starvation, the transcription factor Gen4 activates genes required for amino acid biosynthesis and transport,
purine biosynthesis, organelle biogenesis, autophagy, cofactor biosynthesis and transport, among others. Amino acids are the
building blocks of proteins that are very important components required for the structure, function, and regulation of cells. The
aim of this work was to study how Gcn4 regulation affects amino acid homeostasis and therefore the aging of S. cerevisiae
prototrophic cells that have grown in the absence of amino acids. We measured chronological life span (CLS), defined as the
period that non-dividing cells remain alive in stationary phase, and observed that the lack of Gen4 decreased longevity. We
compared the proteome of wild type and gcnd mutant cells and we found that enzymes involved in several amino acids
biosynthetic pathways were under-expressed in gcn4 cells. In contrast, we found that several proteins related to carbon
metabolism, such as glycogen degradation and enzymes of the TCA cycle, were over-expressed in the mutant strain. Also, we
analyzed the amino acids relative content in wild type and gcn4 mutant cells by RMN spectroscopy and we detected low
content of several amino acids in gcn4 cells. In addition, we determined the amount of glycogen and trehalose in cells at
stationary phase and we found a diminished accumulation of these storage carbohydrates in gcn4 mutant cells. Altogether
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these results indicate that the loss of amino acid homeostasis caused by the lack of Gen4 produces a shortage of storage
carbohydrates that negatively impacts on yeast longevity
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The mating pheromones secreted by haploid cells of Saccharomyces cerevisiae indicate the presence of cells of one mating
type to those of the opposite mating type. This initiates a sequence of events, which includes cellular arrest and growth
polarization toward the potential partner cell. Different reports have shown that during the response to the sexual pheromone,
S. cerevisiae incorporates calcium from the extracellular environment (lida et al., 1994; Muller et al., 2001; Muller et al.,
2003). These evidences were obtained by measuring the incorporation of radioactive calcium or the use of the luminescent
probe aequorin in bulk cell populations. Monitoring the GCaMP6f fluorescent sensor by microscopyin single cells, we showed
that the pheromone does not generate a single increase in cytosolic ca2 + levels but rather transient increases in the form of
bursts (Carbo6-Tarkowskiet al., 2017). Our results suggest that the information transmitted by calcium is encoded in the
temporal distribution of these bursts. The mating pheromone stimulates at least two pathways of calcium entry, a high-affinity
calcium influx system (HACS) and a low-affinity calcium influx system (LACS). We have proposed that the calcium response
not only depends on transport pathways from the extracellular medium, but it can also depend on each of the different calcium
flow pathways to and from each of the internal reservoirs. To address this hypothesis, we are currently studying the role of
calcium transporters in internal reservoirs during response to pheromone through the GCaMP6f sensor. For this, we monitored
cytosolic calcium dynamics during the pheromone responsein different mutants lacking key calcium intracellular
transporters:thevacuolar ATPase Pmcl, the vacuolar membrane Ca2+/H+antiporter with Vcx1, the vacuolar membrane
exporter Yvcl and the GolgiCa2+/Mn2+ P-type ATPase Pmrl.
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Genetically identical cells exposed to the same environmental conditions can show marked differences in phenotypic
characteristics. Our lab is interested in uncovering the sources of cell-to-cell variability (CCV) using the budding yeast
Saccharomyces cerevisiae as a model system. Haploid yeast cells exist in two mating types (MATa and MATa). In order to
mate, they secrete a specific pheromone (a-factor and a-factor, respectively) sensed by GPCR receptors in their partners.
Receptor binding activates the Pheromone Response (PR) pathway, causing cell cycle arrest and growth towards their partner.
A recent work of our lab has demonstrated that yeast respond to pheromone not according to absolute number of ligand-bound
receptors in their surface but to their fractional occupancy. This ratiometric response provides robustness to the large CCV in
receptor abundance. However, a substantial CCV in terms of transcriptional output remains. Since at a given pheromone
concentration fractional occupancy depends on ligand-receptor affinity (a measure of which is the dissociation constant, Kd),
we hypothesized that cells might differ from each other in the receptor Kd. In order to study this possibility, we set up a
protocol to obtain the binding kinetic constants in single cells, using fluorescently labeled alpha-factor detected with an
epifluorescence microscope. First, we extracted Kobs (Which dictates the time to reach equilibrium) and Ymax (the quantity of
receptor bound to ligand when ligand and receptor reach equilibrium) from individual yeast cells, found large cell-to-cell
differences in those parameters, and that they were not correlated. Then, we modified our previous protocol to extract the
association and dissociation rate constants Kon and Koff from single cells, and were able to obtain their confidence intervals.
With this approach, we found evidence of significant variability in ligand-receptor binding rate constants, which could account
for transcriptional variability and possibly for different cell fate decisions. The study of the different sources of CCV and the
mechanisms that control this variability is essential to understand cellular behavior in both homeostatic and pathological
contexts, which could enable new therapeutic interventions.
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PHAGOCYTIC PROCESSES. THE ROLE OF CANONICAL PHOSPHOLIPASE D
ISOFORMS
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Phospholipases D (PLD) 1 and 2 hydrolyze phosphatidylcholine (PC) to generate choline and phosphatidic acid (PA), which
can be further dephosphorylated to diacylglycerol (DAG). DAG and PA can modulate the activity of several proteins involved
in cell signaling events, such as protein kinases C and the mTOR (mammalian target of rapamycin), among others.
Inflammation is a common factor in the pathogenesis of retinal diseases that eventually end in vision loss, such as age-related
macular degeneration (AMD) and diabetic retinopathy (DR). Our previous studies demonstrated for the first time the
participation of PLD1 and PLD?2 in the inflammatory response and the autophagic process of retinal pigment epithelium (RPE)
cells exposed to lipopolysaccharide (LPS) and high glucose (HG) concentrations. The aim of the present work was to further
study the role of the PLD pathway in the phagocytic processes of RPE cells. Human RPE cell lines ARPE-19 and ABC (a
novel human RPE cell line that spontaneously arose from a primary cell culture) were used. LPS (25 pg/ml) or HG (33 mM)
were used to induce the inflammatory response of RPE cells. pHrodo™ Red E. coli BioParticles® and bovine photoreceptor
outer segments (POS) were used to evaluate the non-specific and specific phagocytosis, respectively. Western blot (WB) and
fluorescence microscopy analysis were performed. WB showed that both classical PLD isoforms are expressed in ABC cells.
Using PLD1 and PLD2 siRNA, we were able to partially decrease the expression of PLD1 (by 42 %) and PLD2 (by 30 %).
Since PLD-generated PA activates mTORCL1, the main inhibitor of autophagy initiation, we studied the effect of classical PLD
silencing on mTOR activation. To this end, WB assays were performed in order to study mTOR downstream effector S6 kinase
(S6K) activation (phosphorylation). Our results show that in ABC cells transfected with PLD1 and PLD2 siRNA, S6K
activation was reduced by 34 %. This result is in accordance with the increased autophagic process induced by PLD1 and
PLD2 pharmacological inhibitors, as we previously observed in D407 and ARPE-19 RPE cells. In ARPE-19 cells, HG and
LPS exposure significantly reduced pHrodo bioParticles and POS phagocytosis. Since the PLD pathway was shown to
modulate the phagocytic process in macrophages, we analyzed the role of both PLDs in RPEphagocytic processes. PLD1 and
PLD2 pharmacological inhibitors did not affect non-specific phagocytosis under basal conditions. In line with this, PLD1 and
PLD2 silencing did not significantly affect basal POS phagocytosis by ABC cells. Our results demonstrate the expression of
classical PLD isoforms in a new RPE cell line and their role in the modulation of the mTOR/S6K pathway. Further experiments
are needed to fully elucidate the role of PLD1 and 2 in the phagocytic process of RPE cells exposed to inflammatory conditions.
Our findings contribute to the knowledge of the molecular bases of retinal inflammatory and degenerative diseases.
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Organisms are constantly exposed to environmental changes. Variations in external conditions directly affect cellular
homeostasis so that organisms have developed different strategies to overcome those situations. During stress a reprogramming
of gene expression occurs, which involves not only the global inhibition of translation initiation but also the large-scale
induction of stress-responsive mRNAs through both transcriptional and translational regulation. Several mechanisms allow
organisms to be prepared for recurring stressors. One of them is the anticipatory response or cellular memory, through which
a current environment acts as a signal or input resulting in adaptation to future challenges. This response is known as “acquired
stress resistance”. S. cerevisiae PKA is composed of two catalytic subunits encoded by TPK1, TPK2 and TPK3 genes and two
regulatory subunits encoded by BCY1 gene. The specificity of the PKA pathway depends on several factors as substrates
specificity and interaction with anchoring proteins (AKAPS). Moreover, transcriptional regulation and PKA subunits
expression level are also events involved in maintaining specificity. We have previously demonstrated that all PKA subunits
share a negative autoregulatory mechanism mediated by PKA activity. TPK1 is the only PKA subunit that is transcriptionally
upregulated during heat shock. To further understand the molecular process involved in regulating PKA subunits expression,
the existence of a memory mechanism was evaluated. To this aim, cells were exposed to a scheme of two consecutive heat
shocks: a 30-minute heat treatment at 37°C followed by a second 10-minute heat treatment at 45°C. TPKs and BCY1 promoter
activities, mMRNA and protein levels were assessed in mild log cells exposed to the thermotolerance scheme. We demonstrated
that only TPK1 expression increases during thermotolerance. In yeast cells the final protein output of a genetic program is
determined not only by transcription control and mRNA translation, but also by regulating mRNA localization and turnover
rates. As part of this dynamic process, it has been proposed that components of the mRNA decay machinery can directly
regulate transcription. The 5°-3” exonuclease Xrnl is known as a key regulator of general mMRNA decay pathways which also
participates in transcription activation. We have previously demonstrated that Xrnl affect TPK1 mRNA half-life. In order to
evaluate the role of Xrnl in TPK1 expression during thermotolerance we assessed TPK1 promoter activity and measured
mRNA and protein levels in a mutant Axrnl strain. Our results showed that TPK1 expression is regulated during
thermotolerance and that Xrn1 has an important role in this regulation.
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14-3-3 proteins constitute a family of regulatory molecules that participate in a plethora of cellular processes mainly through
protein-protein interactions. Even though 14-3-3 protein family members show some functional redundancy, there is growing
evidence that indicates evolutionary and biochemical diversity. Consistent with the literature, previous research from our
laboratory showed that expression levels of 14-3-3 paralogs are independently regulated during the adipogenesis and
osteogenesis of human adipose derived-mesenchymal stem cells (hASCs). In the current work, we used a validated approach
to isolate hASCs and studied the implication of 14-3-3y on the osteogenic commitment of these cells. To address this purpose,
we delivered a 14-3-3y shRNA construct into hASCs by pAd-BLOCKIT, an adenoviral vector containing a human U6
promoter, and examined the effect on the differentiation potential into osteoblasts. The latter was evaluated by: i) measuring
alkaline phosphatase (ALP) activity, an early-stage osteoblast differentiation biomarker, and ii) detecting Runt-related
transcription factor 2 (Runx2, master regulator of bone formation) protein levels. Cells were either maintained for 14 days
with standard growth media (control, low glucose DMEM; 5% FBS) or induced with an osteogenic differentiation medium
(ODM,; an optimized drug cocktail that includes dexamethasone, B-glycerophosphate, and 2-phospho-L-ascorbic acid). Our
results clearly showed a decrease in both Runx2 protein levels and ALP activity in 14-3-3y depleted hASCs. This also accords
with our earlier observations, which showed that reduced expression of 14-3-3y had a negative impact on the osteoblastic
transdifferentiation of NIH3T3-L1 cells. Taken together, these findings suggest a regulatory role for 14-3-3y in hASC
differentiation to the osteogenic lineage.
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Change in tumor cell motility is often linked with an increase in malignancy and a significant reduction in patient survival and
quality of life, and particularly in breast cancers is associated to refraction to treatment, high aggressiveness, and increased
metastatic potential. In breast cancer, tamoxifen is one of the commonly prescribed endocrine agents for both early and
advanced estrogen receptor (ER)-positive tumors. Unfortunately, a serious limitation of this therapy is the development of
acquired resistance, which is accompanied by changes of components along the ERa axis that reprogram the ERa-mediated
transcriptome. The ubiquitination pathway plays a fundamental role in the maintenance of protein homeostasis both in normal
and stressed conditions and its dysregulation has been associated with malignant transformation and invasive potential of tumor
cells, thus highlighting its value as a potential therapeutic target. In this regard, we have previously demonstrated that Ubiquitin
Specific Peptidase 19 (USP19) positively regulates tumor cell migration and invasion, anoikis, tumorigenesis and metastasis
in breast cancer cells, as well as it is a prognostic predictor of distant relapse free survival in early diagnosed breast cancer
patients. This gene is induced by 17 estradiol treatment in MCF7 cells and its sole overexpression in sufficient to induce
MCF7 cells tumorigenesis in NODSCID mice without an external source of estrogen. We performed a gene expression analysis
of publicly available databases and found a correlation between USP19 mRNA expression and a reduction in relapse and distant
metastasis free survival in patients treated with tamoxifen. Moreover, a retrospective immunohistochemical study on early
breast cancer patients treated only with this endocrine therapy revealed that high USP19 protein inversely correlated with
distant relapse free survival. Since signaling mediated by ERBB2 has been identified as a mechanism related to tamoxifen
resistance, we analyzed ERBB2 receptor expression in the same cohort of patients and our results showed a positive correlation
between ERBB2 and USP19 protein expressions. These results suggest that USP19 could be relevant in the molecular
mechanism that determines sensitivity of breast cancer to antihormonal treatment.

DECIPHERING THE MOLECULAR AND SUBCELLULAR CODE OF A CELL
SIGNALING KINASE: TOWARDS A PHYSIOLOGICAL AND PATHOLOGICAL ATLAS
OF AKT
Vila, AS.1: Amante, A.1; Colman-Lerner, A.2 and Blaustein, M.2
L Universidad de Buenos Aires, Facultad de Ciencias Exactas y Naturales, DFBMC, iB3-UBA, Argentina. 2 Universidad de
Buenos Aires, Facultad de Ciencias Exactas y Naturales, DFBMC, IFIBYNE-CONICET-UBA, Argentina.

E-mail: antonella.s.vila@gmail.com

Regulation of protein kinase Akt/PKB activity is associated with a diversity of processes, including cell metabolism,
proliferation, differentiation and survival, as well as pathological processes such as viral infection and cancer development.
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Activation of Akt occurs in the plasma membrane, after which Akt is detached to perform nuclear and cytosolic functions.

In the last years, it has been found that Akt can be recruited to other subcellular localizations, suffering numerous post-
translational modifications (PTMs). However, little is known about how a cell determines which substrates and which
functions Akt should regulate. Our hypothesis is that the Akt molecular code, i.e. the profile of PTMs of Akt, can determine
Akt subcellular localization and vice versa, thus establishing the subset of Akt substrates and the set of functions that Akt
displays after each stimulus and in each cellular context. Here, we applied a combination of different bioinformatic approaches
using Gene Ontology annotations of Akt, Akt substrates and interactors to explain and predict Akt physiological and
pathological functions depending on its subcellular localization. To experimentally test some of these predictions we developed
a multiplexed imaging protocol coupled to automated quantitative measurement of Akt localization and we analyzed the
specific subcellular compartments to which Akt is recruited. This approach allowed us to discover novel Akt subcellular
localizations and analyze the mean and cell-to-cell variability in Akt recruitment to these compartments. Quantitative image
analysis showed a tight coregulation of Akt recruitment to endoplasmic reticulum, Golgi and lysosome membranes. In
particular, we found that Akt is recruited to these membranes in response to stressing signals like serum starvation and
oxidative stress, in association with biological processes such as autophagy and cell death. Recently, we presented evidence
for a novel Akt PTM: S-palmitoylation. We found that blocking Akt palmitoylation impairs proper phosphorylation,
localization and function of this kinase, affecting cell differentiation. We present here our latest result examining the effect of
blocking Akt palmitoylation on cell cycle progression and survival. These results shed light into the already complex field of
Akt regulation, improving our understanding of cell decision-making mechanisms and how they regulate disease onset and
progression.

REGULATION OF K-RAS GENE EXPRESSION. INFLUENCE OF POST-
TRANSCRIPTIONAL PROCESSING VARIANTS ON THE SUBCELLULAR

LOCALIZATION
Mercedes Agustina Montani, Martin Garcia Sola, Omar Adrian Coso
Universidad Nacional de Buenos Aires, Facultad de Ciencias Exactas y Naturales, IFIBYNE-CONICET, Argentina
E-mail: ma.montani@gmail.com

Cell proliferation is regulated by multiple factors in a healthy cell and the deregulation of any of the mechanisms in which
these factors intervene can cause dysregulated proliferation of cells and constituting the disease we know as cancer. These
signal transduction mechanisms, known as proliferative pathways, share the Ras oncogene product as a main component. This
oncogene has been widely reported in the plasma membrane. However, recent studies demonstrated the importance of RAS in
other membrane systems such as the Golgi Complex, where Ras isoforms were linked to apoptosis processes as a mechanism
for preventing cell transformation. Also the K-Ras isoform has been reported in the mitochondrial outer membrane associated
with another protein, being this union an apoptotic inducer. In the last two decades, other processes involved in the regulation
of gene expression have gained interest in scientific studies, such as: mRNA stability, alternative polyadenylation or the
subcellular distribution of proteins. Recent results from our laboratories show that the stability of messenger RNAs and
alternative polyadenylation contribute to modulating the quantity and / or quality of these molecules to be translated. This
mechanism leads alternative messenger RNA subpopulations to different subcellular compartments, contributing with a new
functional regulation factor. In the present work, we evaluated the existence of different mMRNAs generated by alternative
polyadenylation and the subcellular distribution in murine SVEC and NIH3T3 lines of the transcription products of the KRas
oncogene, which is known for its implication in the development of a wide variety of tumors. The results in control cells were
compared with those that stably express the viral oncogene VGPCR, a G protein-coupled receptor that triggers tumorigenic
effects in both endothelial cells and fibroblasts. By 3'RACE assays we have found that this oncogene presents alternative
polyadenylation and differential expression of the isoforms between the lines evaluated. Moreover, we designed expression
vectors that allowed us to observe by fluorescence microscopy, that different isoforms are found distributed in the plasma
membrane, cytoplasm and endoplasmic reticulum. These results revealed that the alternative polyadenylation mechanism
generates different isoforms of KRas messenger RNA, which vary according to the cell line and that this mechanism could be
associated with the regulation of the subcellular location of the protein.

BIOTECHNOLOGY
BT-P01-17

LOW TEMPERATURE INDUCES PUFAs PRODUCTION IN A NATIVE-MICROALGA

CRYPTOPHYTE PLAGIOSELMIS SP.
Almeyda MD 2, Scodelaro Bilbao PG %2, Constenla D 34, Leonardi P12,
1.Dpto. Biologia, Bioguimica y Farmacia-UNS, 2. CERZOS, UNS-CONICET, 3. Dpto. Ingenieria Quimica-UNS,
4 PLAPIQUI UNS-CONICET. Bahia Blanca, Argentina.
E-mail: mdalmeyda@cerzos-conicet.gob.ar

The nutritional value of cryptophytes is of great importance due to the presence of high amounts of polyunsaturated fatty acids
(PUFAS), sterols and amino acids. Therefore, native cryptophytes have biotechnological potential as a source of high-value
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products for nutraceutical and aquaculture industries. The synthesis of these metabolites is conditioned by both the strain and
the cultivation conditions, being temperature one of the main factors for PUFAs synthesis. The objective of this work was to
evaluate the effect of low temperature stress on the production of PUFAs and sterols in the marine cryptophyte Plagioselmis
sp. cultivated in a photobioreactor. Plagioselmis sp. was isolated from Bahia Blanca’s Estuary. Cultures were carried out for
10 days under two temperature conditions: 1) continuously at 20°C (Control) and 2) lowered to 11°C during the stationary
growth phase (Low Temperature Stress, LTS). TAG and sterols were separated through thin layer chromatography (TLC) and
quantified spectrophotometrically. Lipid extraction and fractionation into neutral lipids (NL), glycolipids (GL) and
phospholipids (PL) were performed. These fractions were analyzed by gas chromatography. LTS significantly increased lipid
production by =~40%. Both temperature conditions showed TAG and sterol accumulation within the days of cultivation. NL
was the main lipid fraction (=63% of Total Lipids, TL) followed by GL (=32% of TL) and PL (=5% of TL) for both temperature
conditions. PUFA content (expressed as % of total FAME) was significantly higher in the LTS condition (41.3%) than in the
control (35.71%), mainly due to PUFAs from the NL fraction. Omega-3 fatty acids (o-3 FAs) represented 19.62% of the
Control and 22.72% of the LTS condition, while -6 FAs comprised 16.09% (Control) and 18.65% (SLT). The most abundant
PUFAs were eicosapentaenoic (EPA) and docosapentaenoic (DPA), which significantly increased due to LTS from 14.6% to
18.17% (EPA) and from 5.35 t0 9.29% (DPA). Under LTS the production of PUFAs was of 13.5 mg L-1being 7.41 mg L-1 ®-
3 FAs and 6.09 mg L-1 ©-6 FAs. The production of EPA and DPA FAs was 5.93 mg L-1and 3.03 mg L-1, respectively. The
results point out the potential of the native microalga Plagioselmis sp. to develop a sustainable biotechnological system for the
production of PUFAs with nutraceutical and aquaculture applications.
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CO-CULTIVATION OF HAEMATOCOCCUS PLUVIALIS AND CHLORELLA SP. AS A
NOVEL STRATEGY FOR MICROALGAL-BASED BIOTECHNOLOGY
Scodelaro Bilbao PG 12, Almeyda MD *:2, Bolletta M 2, Leonardi P1 .2
1 Centro de Recursos Naturales Renovables de la Zona Semiarida (CERZOS) (UNS-CONICET), 2 Departamento de
Biologia, Bioguimica y Farmacia, Universidad Nacional del Sur (UNS), Bahia Blanca, Argentina.
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Microalgae have been identified as potential sources of valuable products with many commercial applications including food
supplements, feed additives and biofuel feedstocks. They are innovative production platforms since, in order to adapt to growth
conditions, they synthesize various metabolites. However, the synthesis of these biomolecules requires an adequate selection
of microalgal species, a deep knowledge of their biology and physiology, as well as rigorous evaluation of cultivation
strategies. Monocultures have been the preferred production route in the bio-industry. Nevertheless, from a biotechnological
perspective, it is necessary to develop successful cultivation technologies to increase their productivity, in terms of biomass
and availability of biomolecules. In this way, there is increasing interest in the use of co-cultures to deal with contamination
issues, and simultaneously increase productivity and product diversity. Thus, in this work our purpose was to analyze co-
cultivations of two different microalgal strains in terms of biomass production and product availability. For this end,
Haematococcus pluvialis and Chlorella sp., two important carotenoid producers, were selected for co-cultivations in an
appropriate culture medium at 22°C for 10 days. Then, cell number, dry weight, chlorophyll and carotenoid quantification and
autofluorescence, Red Nile (RN) fluorescence, and triacylglyceride (TAG) and sterol contents were analyzed. The results
revealed that co-cultivation based on 50% H. pluvialis and 50% Chlorella sp. prevented population domination of one strain
over the other. In addition, this co-cultivation condition showed the highest values in terms of cell density and dry weight.
Flow cytometry analyses also shown the maximum RN fluorescence and carotenoid autofluorescence within this experimental
condition. In addition, in co-cultures based on 50% H. pluvialis and 50% Chlorella sp., carotenoid autofluorescence was
accompanied by the greatest increase in the antioxidant capacity and in the amount of total carotenoids. Moreover, thin layer
chromatography coupled to spectrophotometric quantification also showed highest TAG and sterol contents. The results
suggest that the co-cultivation system based on 50% H. pluvialis and 50% Chlorella sp. may be a successful strategy to enhance
biomass yield and the obtention of value-added products, supporting the development of a microalgal-based biotechnological
process.
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DESIGN, CONSTRUCTION AND PURIFICATION OF A CHIMERIC S-LAYER-
TRYPANOSOMA CRUZI PROTEIN FOR IMMUNOPROPHILACTIC APPLICATIONS

AGAINST CHAGAS DISEASE
Zabala BA, Vazquez ME, Mesias AM, Perez Brandan CM, Acufia L.
Universidad Nacional de Salta, IPE-CONICET, Argentina.
E-mail: bren.zabala@gmail.com

Chagas disease (CD) is an endemic malady in Argentina and there are no vaccines for human application. Though heterologous
expression of specific antigens in generally recognized as safe bacteria (GRAS) represents a tempting alternative for vaccine
formulations, the engineering of Gram positive strains represents a real challenge. In this work, we present a similar approach
that combines the immunogenicity of a specific antigen of Trypanosoma cruzi with the beneficial adjuvant properties of a
probiotic bacterium. In order to obtain a system for antigen- self-assembly that enables spontaneous adhesion on multiple
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surfaces, we developed a genetic construction. For that, we engineered a structure-based chimeric antigen between the SpyTag
peptide, a bond-forming subunit of Streptococcus pyogenes followed by the N-terminus fragment of Tc52 (N-Tc52), an
immunogenic protein of T. cruzi, and SIpA, a surface layer protein of Lactobacillus acidophilus. The final transcriptional
fusion was carried out by successive asymmetric PCRs. In the first step, the sequence encoding to N-Tc52 was amplified by
PCR from T. cruzi CL Brener strain using specific primers to incorporate cloning sites, the sequence encoding to SpyTag and
a fragment of SIpA gene. In the second step, the gene encoding to SIpA was amplified by PCR from L. acidophillus ATCC
4356 using specific primers to incorporate cloning sites and a fragment of N-Tc52. Finally, we fused the obtained genes by
using different combinations and concentrations of primers in an asymmetric PCR. Once obtained, the final fragment was
cloned in pRSET-A and inserted into Escherichia coli DH50. The recombinant plasmid containing the hybrid gene 6His-
SpyTag-NTc52-SIpA was purified and inserted into E. coli BL21 [DE3]. Expression of the 6His-SpyTag-NTc52-SIpA protein
was carried out by the addition of IPTG 1 mM at 28 °C. After 4 h of induction, cells were collected by centrifugation in
phosphate buffered saline and lysed by repetitive cycles of sonication, freezing and thawing. Subsequently, the lysate was
centrifuged and the pellet, containing the protein in inclusion bodies, was resuspended in Urea 8M. The protein was purified
through a Ni-NTA agarose cartridge.
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EVALUATION OF THE ANTIMICROBIAL ACTIVITY OF BACTERIOCINS PRODUCED

BY REGIONAL YERSINIA STRAINS
Pascual LI, Escudero ME, Iriarte HG, Mattar Dominguez MA, Favier Gl.
Area de Microbiologia e Inmunologia. Facultad de Quimica, Bioquimica y Farmacia. Universidad Nacional de San Luis. E-
mail: lourdes.p.97 @gmail.com

Bacteriocins are extracellular peptides of ribosomal origin and encoded at the plasmid level. Pathogenic Yersinia enterocolitica
strains belonging to biotypes (B) 1 to 5 are cause of gastrointestinal symptoms and immunological sequelae in humans by
consumption of contaminated foods. Y. frederiksenii, Y. intermedia and strains of Y. enterocolitica B1A do not carry the
virulence markers that characterize pathogenic Y. enterocolitica strains; however, they may produce bacteriocins that inhibit
the growth or destroy these pathogenic strains. To contribute to food safety and the human health, the use of bacteria as
biocontrol agents in food has been proposed since they offer safe advantages to the consumer. The aim of this study was to
evaluate the antimicrobial activity of bacteriocins produced by Yersinia strains on pathogenic Y. enterocolitica strains isolated
from various foods in our region by the plate titration method. Two Y. intermedia B1 (named 79 and 26), one Y. intermedia
B6 (10) and three Y. enterocolitica B1A (66, 89, 90) were tested as bacteriocin-producing strains (BPS), and three Y.
enterocolitica strains belonging to B2, B3 and B4 were used as indicator strains (IS) of the antimicrobial effect. The spot
technique was performed on a double layer agar. BPS and IS were cultured in Luria Bertani broth (LB) with shaking at 25°C
for 18 h, and inocula were adjusted to a concentration corresponding to an OD.s10 0.2. From BPS, two-fold dilutions were
made in LB, and 10 pl of each one was placed on Petri plates with semisolid agar previously inoculated with IS. Plates were
incubated at 25°C and at 10°C for 18 h. The reciprocal of the highest dilution of BPS that produced total inhibition of IS was
considered as the titer and expressed in arbitrary units per ml (AU ml ). Results represent the average of three different
experiments. At 25°C, the highest inhibition titers were observed for Y. enterocolitica B1A (90) on Y. enterocolitica B2 and
B4, with values of 12,800 + 0 AU ml* and 10,667 + 3,695 AU ml- (p > 0.05), respectively. At 10 ° C, the highest inhibition
titers were shown by Y. intermedia B1 (79) on Y. enterocolitica B2 and B4, with values of 9,262 + 3,695 AU ml* and 6,400
+0 AU ml (p > 0.05), respectively. All BPS showed lower titers on Y. enterocolitica B3 than on Y. enterocolitica B2 and B4
(p < 0.05) at both temperatures. When comparing the two temperatures, most of titles produced by BPS were higher at 25°C
than at 10°C (p < 0.05). Results obtained in this study demonstrate the capacity of regional Y. intermedia and Y. enterocolitica
B1A strains to produce significant amounts of bacteriocins with inhibitory effect on pathogenic Y. enterocolitica strains, and
highlight the great potential of these substances as antagonists of pathogenic or spoilage bacteria in food, even at refrigeration
temperatures.
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A PERMEABLE TETANUS TOXIN IS CAPABLE OF TRANSLOCATING INTO THE
OOCYTES AND ALTER THE CORTICAL GRANULES EXOCYTOSIS
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The cortical reaction in oocytes is a fundamental process that occurs during gamete fusion at fertilization. It entails the
exocytosis of cortical granules and is involved in blocking polyspermy. There are multiple proteins that intervene in the fusion
of cortical granules and plasma membrane, among which proteins of the VAMP family can be mentioned. It has been proven
in our laboratory that by microinjecting tetanus toxin (TxTe), VAMP proteins are cleaved, and cortical granules exocytosis
(CGE) can be avoided. On the other hand, cell penetration components are molecules that can cross plasma membranes due
to characteristics of their chemical nature. They have received attention as biotechnological tools because of their ability to
transport useful substances to cells. However, the ability of these components to enter the cytoplasm of oocytes is unknown.
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To determine if permeable components can be used as biotechnological tools to deliver molecules into the oocytes, the aim of
this work was 1) to study if a permeable tetanus toxin (p-TxTe) was able to cross the zona pellucida and the membrane of
mature oocytes (MII), and 2) to analyze if this toxin might inhibit the cortical granule exocytosis (CGE). Permeable TxTe
bound to a cell-penetrating peptide with multiple arginine residues was purified from transformed bacteria Escherichia
coli. MII oocytes were collected from hormonally stimulated female CF-1 mice, and incubated in p-TxTe at different times,
at 37 ° C. Then, a group of oocytes was fixed and treated with primary and secondary antibodies to perform an indirect
immunofluorescence assay (IFI). From the analysis of cells by confocal microscopy, it was determined that p-TxTe was able
to translocate into the oocytes, through the zona pellucida and the plasma membrane. In turn, to analyze if CGE had been
affected by incubation in TxTe, oocytes were parthenogenetically activated by strontium chloride (SrCl.). Compared with
control oocytes, oocytes treated with p-TxTe were not able to respond to the activator. These results show that p-TxTe inhibited
cortical granules exocytosis and that permeable components can be used as biotechnological tools to deliver useful molecules
into the oocytes.
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HETEROLOGOUS PROTEINS DISPLAY ON LACTIC ACID BACTERIA BY USING THE

Lacticaseibacillus paracasei PHAGE PL-1 ENDOLYSIN
Gordillo TB %, Bockor SS 1, Allievi MC 2, Ruzal SM 2, Palomino MM 1.2
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For centuries, Lactic Acid Bacteria (LAB), many of which have been granted the “generally recognized as safe” (GRAS)
status, have been used for the production of fermented food and their preservation. Additionally many LAB strains have
probiotic features, can survive the hostile condition of the gastrointestinal tract (low pH, high bile concentration, protease
resistance), a feature that allows them to colonize certain intestinal tissues, have intrinsic adjuvant response, and can interact
with human immune cells, making them attractive vehicles for vaccine delivery. The endolysin from Lacticaseibacillus
paracasei phage PL-1 has a typical modular structure with a cell wall binding domain (CBD), at the C-terminus and one
catalytic domain, at the N-terminus. The aim of the present work was to evaluate the CBD of phage PL-1 endolysin as a
potential anchor domain to bind functional proteins of non-genetically modified LAB. For this purpose, the CBD region was
fused with GFP and the GFP-CBDLYys was heterologously produced in E. coli. Several LAB strains were incubated with a
whole lysate containing excessive GFP-CBDLys and also with the purified protein. The maximum level of binding retention,
which was evaluated by flow cytometry, was found in L. paracasei 27092, L. paracasei 27139, L. casei BL23 and
Lactiplantibacillus plantarum BL8. We further determined how GFP-CBDLys-decorated Lactobacilli could impact cell
viability when cells were exposed to hostile gastrointestinal tract conditions. For this purpose, the survival rates of native and
decorated cells of L. paracasei 27092 were compared with the input after treatments simulating gastrointestinal conditions
(low pH, concentrations of bile salts and pancreatin). Decorated cells showed a significant lower decrease in survival rate
compared with native cells, suggesting the display of heterologous protein could offer a protective role against the adverse
conditions of the gastrointestinal tract. To determine which component CBDLys binds, we studied the effects of different
chemical pretreatments (TCA, Mutanolysin, EDTA, SDS) to remove cell wall components in a differential manner. Compared
to non pretreated cells, TCA treatment showed a significant increase in fluorescence intensity in Lactobacilli strains, indicating
that this pretreatment is efficient in enhancing the CBDLys binding capacity. On the other hand, pretreatment with Mutanolysin
showed a significant decrease in binding capacity. Further studies are being performed to explore the potential use of non-
genetically modified and GRAS microorganisms for the delivery of biomolecules mediated by the CBD of PL-1 endolysin as
anchor protein.
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ANALYSIS OF A YOGURT CONTAINING Lacticaseibacillus casei BL23 AND OMEGA 3

USING A MINI-YOGURT PROTOTYPE SYSTEM
Bockor SS, Diaz Appella M, Gordillo TB, Palomino MM, Ruzal SM, Allievi MC.
Universidad de Buenos Aires, Facultad de Ciencias Exactas y Naturales, Dpto. Quimica Bioldgica, IQUIBICEN-CONICET,
Argentina.
E-mail: sabrinabockor@gmail.com

Dairy products containing probiotic bacteria are one of the most popular functional foods. To exert their health benefit,
probiotics must remain viable throughout the shelf life of the product and throughout the gastrointestinal tract. On the other
hand, there is growing evidence that omega 3 have several beneficial health effects as well as a nutritional role. The effect of
interactions between probiotics and omega 3 (DHA/EPA) has not been well explored in yogurts, the main vehicle for
probiotics. The primary objective of this work was the optimization of an experimental model based on a miniature scale
yogurt prototype system (1 mL) where starter and probiotic strains are co-cultivated with or without omega 3. Survival analysis
was performed on mini-yogurts with increasing concentrations of EPA and DHA (maximum dose 2500 mg / 200 g yogurt),
determining the maximum concentration that can be used without reducing the values required for the probiotic strain to exert
its beneficial action. Additionally, characteristics and changes of the bacterial surface in the yogurt medium with or without
added EPA /DHA were analyzed. Twenty eight-day survival dynamics of starter strains and probiotic Lacticaseibacillus casei
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BL23 (L. casei) were consistent with other laboratory-scale reports using volumes from 50 to 200 ml. We found that all
bacterial strains survived against the maximum EPA/DHA dose until day 28 of storage. The viability of L. casei from yogurt
fortified with EPA/DHA in the presence of gastric and intestinal juices was studied and there was a slight decrease in viability.
Yogurt properties, such as syneresis and pH, were measured in the mini-yogurt system. These parameters were not altered by
the addition of omega 3 and they were comparable to low-fat yogurts. It is possible to use DHA/EPA concentrations that
correspond to 20, 50 and 100% of the recommended daily dose for this L. casei yogurt. The surface properties were analyzed
by MATS using xylene and chloroform as solvents. This is the first MATS measurement report from cells grown in milk.
Significant differences were observed in the affinity to xylene for L. casei in milk medium (19.70 + 5.09 %) and omega-3 milk
medium (46.50 + 1.80 %) compared to the MRS medium (16.77 + 1.11 %). The affinity to chloroform was higher than 95%
in all conditions. Higher affinity to xylene, showing increased surface hydrophobicity, could result in better adhesion to the
intestinal tract, where L. casei exerts its function. Bacterial adhesion to intestinal cells assay will be carried out to confirm this.
The development of yogurt prototypes on a miniature scale proved to be an optimal system to analyze microbiological and
biochemical parameters, with the benefit of being able to analyze multiple variables at low cost in a single step, with a greater
number of replicates.
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FLAGELLIN AS AN ADJUVANT FOR AN ANTIGEN DELIVERY SYSTEM BASED ON

CELL WALL DERIVED PARTICLES FROM LACTOCOCCUS LACTIS
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Mucous surfaces represent an entry site into the human body for numerous pathogens and, therefore, developing vaccines that
generate a protective immune response at these sites is of great interest. However, immunization via the mucosa entails some
obstacles, such as the enzymatic degradation of antigens or the induction of immunotolerance, among others. In this context,
lactic acid bacteria have emerged as a potential antigen delivery system for mucous surfaces. In particular, our group is focused
on developing a platform based on Lactococcus lactis cell wall derived particles (CWDP). Previously, we managed to obtain
L. lactis that express rotavirus VP6 protein anchored on the outside of their cell wall, although mucosal immunization with
said recombinant L. lactis did not induce a specific humoral response. On the contrary, when the CWDP of the same L. lactis
containing VP6 were administered intranasally, a specific anti-rotavirus immune response was achieved. However, CWDP-
VP6 only conferred protection against infection when co-administered with an adjuvant. Given that flagellin has been proposed
as a mucosal adjuvant due to its ability to activate receptors of the immune system such as TLR5, our new focus is to increase
the immunogenicity of CWDP using FIiC131. We use this mutant of Salmonella flagellin, with a deletion in its antigenic
domains, because anti-flagellin antibodies generated after repeated administrations could impair its adjuvanticity. Recently,
we generated L. lactis that express FIiC131 or a chimeric protein FIiC131-VP6, by fusing their coding sequences using SOE-
PCR. The expression of both recombinant proteins was evaluated by SDS-PAGE and their identity confirmed with western
blots using anti-rotavirus or anti-flagellin antibodies. Subsequently, the corresponding CWDP-FIiC131 and CWDP-FIiC131-
VP6 were obtained and the presence of the recombinant proteins re-confirmed with flow cytometry. Additionally, the
concentration of both FIiC131 and FIiC131-VP6 was determined by SDS-PAGE and bands densitometry. Lastly, their ability
to activate the TLR5 receptor was evaluated in vitro using the Caco-CCL20-Luc reporter cell line. The results show that the
concentrations of FliC131 and FIiC131-VP6 in the CWDP obtained are 2,1 pg/ul and 0,2 pg/ul, respectively. Finally, under
the conditions tested in vitro, only CWDP-FIiC131 managed to activate the TLR5 receptor. In this work, we obtained in a
simple and inexpensive way CWDP from L. lactis containing FIiC131 or FIiC131-VP6, with the former retaining its ability to
activate TLRS in vitro. The next step in our research is to evaluate, through in vivo assays in a murine model, the adjuvanticity
of CWDP-FIiC131 and, eventually, its capacity to induce a protective immune response against rotavirus infection when co-
administered with CWDP-VP6 or when using only CWDP-FIiC131-VP6.

BT-P09-161

USE OF AN AUTOCHTHONOUS LACTIC ACID BACTERIA STARTER CULTURE IN

GREEN OLIVE FERMENTATION
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Lactic acid bacteria (LAB) have been used since ancient times for fermenting foods whether for conserving them or endowing
them with distinctive flavor, fragance, and texture features. The aim of this work was to isolate, characterize and select LAB
strains obtained from the spontaneous fermentations (SF) of green olives (Olea europaea sativa, Arauco variety), carry out
controlled fermentation (CF) out of the selected LAB starter culture and assess the fermentation variables. First, the olives
from La Rioja (Argentina) at an optimum ripeness state were fermented in duplicate at three NaCl concentrations (6, 9, and
10%), at room temperature (21+1°C) for 144 days using the Spanish method. The resulting LAB and yeasts were quantified:



the former in MRS agar, pH 6.5 + 5%NaCl, 30-35°C, 48-72h, anaerobiosis; the latter in Yeast Extract Glucose
Chloramphenicol Agar, 30°C, 7 days. Gram-positive, catalase-negative rods, whether homofermentative or
heterofermentative, which were capable of growing at 15° C and/or 45° C, were considered to be lactobacilli; the fermentation
patterns were determined using the APl 50 CHL (BioMérieux). The results were interpreted using the apiwebTM software
with the V5.2 database; the activity of the B-glucosidase in MRS agar was detected at 35°C in anaerobiosis. Six strains of these
LAB were selected and classified as Lactobacillus (L.) pentosus showing 98.7% of coincidences. All the six strains showed
B-glucosidase activity which makes it apparent its ability to hydrolyze oleuropein, a bitter glucoside found naturally in olives
improving thus the organoleptic qualities of the olives. The most pronounced decrease in pH was seen in the 6%NaCl brine,
being the least value (4.00) at 144 days. This was the concentration selected to perform the CF. Afterwards, the CF and SF
tests were carried in simultaneous and in duplicate at 21+1.5°C, serving the SF test as control. In the CF, the L. pentosus3DAPT
strain was used as starter in a 6%NaCl brine and inoculated at 1% of a 1.10¢ufc/ml suspension. For the same time of
fermentation, in CF with respect to SF, it was measured higher concentrations (1.10: a 10) of LAB, lower (100) concentrations
of yeast, higher percentages of reducing sugars (7 to 19%) and acidity (19 to 31%) showing altogether the metabolic activity
of the inoculum. The pH assuring food security (4.2) was reached on day 140 in the SF and on day 75 in the CF. Conducting
fermentation of green olives by the Spanish method using the L. pentosus 3DAPT starter culture in a 6%NaCl brine would
allow to reduce production costs by 50% due to, among other reasons, the process develops in a controlled manner in a shorter
time and deviations in fermentation are prevented from taking place. In the finished product, its light green color (without
significant presence of yeasts on the surface), its distinctive and characteristic lactic acid fragrance, and its pulp consistency
all stand out.
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SPONTANEOUS SOURDOUGH ON QUINOA AND BUCKWHEAT GLUTEN FREE
BREADS: EFFECT ON BREAD NUTRITIONAL AND TECHNOLOGICAL PROPERTIES
Lancetti R (1), Salvucci E (1), Pérez GT (1,2), Sciarini LS (1)

(1) Instituto de Ciencia y Tecnologia de Alimentos Cdrdoba (ICYTAC), Universidad Nacional de Cérdoba (UNC),
CONICET, Cordoba, Argentina.(2) Facultad de Ciencias Agropecuarias, Universidad Nacional de Cdrdoba, Argentina.
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Gluten-free (GF) breads usually show low loaf volume, firm crumb, and low protein, fibre and mineral contents. Different
flour sources are permanently under research to overcome these problems. In this work we used quinoa (Q) and buckwheat
(BW) wholemeal flours since they produce breads with higher protein and fibre contents. The use of sourdough (SD) has some
nutritional and technological benefits. The aim of this work was to evaluate the effect of two autochthonous LAB strains as
sourdough starters on GF bread technological quality and in vitro digestibility and antioxidant activity. Two strains of
Lactobacillus fermentum isolated from buckwheat (T5) and quinoa (Q3) flours were used. Lactobacillus plantarum ATCC
8014 was used as a reference starter culture. Sourdoughs were prepared from wholemeal Q or BW flours (DY 200). A strain
inoculum of 10x8 CFU/g of each lactic acid bacterium (Q3, T5 and 8014) was added. Two controls were considered: one
consisting in flour:water mixture (DY 200) without inoculum and fermented at 30 °C, and another dough chemically
acidified to pH of 3.5. Bread formulation included a basic flour mixture of 75g refined rice flour, 15g whole grain quinoa,
15g whole grain buckwheat flour; 95% water, 2% salt, 3% compressed yeast, 2% shortening, 0.01% leavening agent, 0.5%
SSL and 2% CMC (% flour basis). Breads technological properties were assessed by means of specific bread volume -SBV-
(rapeseed displacement method), crumb structure (image analysis), crumb firming and firming rate (texturometer). Free-
polyphenols contents and antioxidant activity (Folin, FRAP and ABTS) were measured, and starch in vitro digestibility and
dialyzability were also evaluated. SBV ranged between 2.62 cm#/g to 2.73 cmy/g for Q-SD breads, and between 2.61 cm?/g to
2.75 cme/g for BW-SD breads. SD decreased crumb firmness and firming rate compared to the control and chemically acidified
(ChA) breads. Q-SD had overall higher quality than BW-SD breads, shown by a soft, well aerated crumb, with an open crumb
structure and larger air area. Q breads showed higher polyphenols (as determined by Folin method) and FRAP values, whereas
BW breads had significantly higher ABTS values (p<0.05). Total starch hydrolysis varied between 38.84% and 72.61%, with
a significant reduction observed when sourdough was used. For breads with Q-SD, this reduction was between 34% and 42%
compared to the control; whereas it was between 8 and 25% for BW-SD breads. Chemically acidified quinoa breads (Q-ChA)
also showed a reduction in starch hydrolysis, whilst BW-ChA bread showed higher starch hydrolysis compared to control and
SD breads. In conclusion, SD application in GF systems led to breads of higher technological quality as shown by higher SBV,
crumb structure and longer freshness. SD processing also modified starch in vitro hydrolysis and antioxidant capacity. Even
though these effects seemed to be influenced by pH, a biological effect was also observed.

POINT MUTATIONS IN ECHINOCHLOA COLONA BIOTYPES CONFER VARIABLE

SUSCEPTIBILITY TO GLYPHOSATE HERBICIDE
Cortés E, Schneider A, Uberti Manassero NG, Dellaferrera I.
Universidad Nacional del Litoral, Facultad de Ciencias Agrarias, ICIAgro Litoral - CONICET Argentina.
E-mail: norauberti@yahoo.com.ar
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Herbicide resistance is an evolutionary and ecological process. The mechanisms involved can be classified in target site
resistance (TSR) and non-target site (NTSR), where TSR frequently involves mutations in genes encoding the protein targets
of herbicides. Regarding their chemical control, worldwide failures are registered in different populations of Echinochloa
colona. In Argentina, variable susceptibility to glyphosate was found in some E. colona populations, but the levels of
susceptibility and mechanism underlying this variation are still unclear. Given that, we analyzed 4 populations of E. colona
native from central region of Argentina to test resistance levels to glyphosate and molecular variation in the target enzyme, 5-
enolpyruvylshikimate-3-phosphate synthase (EPSPS). Regarding to dose-response experiments we found that, between
different populations analyzed, the Ec03 population was the most sensitive to glyphosate herbicide. Given that, we established
Ec03 population as a susceptible pattern. Using Ec03 as a reference, the glyphosate rate should be increased 3.5 times in Ec04
to produce the same effect of reducing the biomass in 50%, while Ec02 and Ec05 requires to increase only 2.1 times the
herbicide concentration to produce the same effect. In survival assays testing glyphosate, population Ec03 did not show
resistance, populations Ec02 and Ec05 presented resistance in development, and Ec04 showed survival between 89 and 98%
of individuals at the used dose of glyphosate; so that, EcO4 was determined as resistant population. We then proceeded to
molecular characterization, specifically focusing in EPSPS mutations. It is known that EPSPS mutations in residues 102 and/or
106 could be involved in glyphosate resistance, so that we performed genomic DNA extraction, followed by PCR and
sequencing. Alignment analyses showed that the sensitive population presented the native CCA (Pro) sequence in position
106, whereas semi-resistant Ec02 and Ec05 populations had a mutated ACA (Tyr) sequence at that position in one of the two
copies of the EPSPS gene. Taken together, our results suggest that one of the mechanisms underlying E. colona
resistance/susceptibility in Argentina is TSR type, specifically based in an EPSPS point mutation in position 106.

ARABIDOPSIS EXPRESSING A CYANOBACTERIAL NITRIC OXIDE SYNTHASE

INCREASED YIELD EVEN UNDER UV-B EXPOSURE
Del Castello F, Latorre L, Nejamkin A, Foresi N, Correa-Aragunde N..
Instituto de Investigaciones Bioldgicas, Universidad Nacional de Mar del Plata (I11B-UNMdP), Argentina
E-mail: fioredc@hotmail.com

The enzyme nitric oxide synthase (NOS) catalyzes the biosynthesis of nitric oxide (NO) and citrulline from the substrate
arginine. The NOS from the cyanobacteria Synechococcuss PCC 7335 (SyNOS) possesses the oxygenase and reductase
domains like animal NOS, but it has an extra domain encoding a globin at the N terminus. In vitro assays demonstrated that
the globin domain of SyNOS acts as a NO dioxygenase, oxidizing the NO to nitrate. As a result, SyNOS is able to produce
NO from arginine and also to oxidize it to nitrate with a release rate 75:25 (nitrate:NO). Thus, our hypothesis is that SyNOS
expression in plants may allow a greater remobilization of internal nitrogen (N), improving growth and yield. Furthermore,
both nitrate and NO produced by SyNOS may positively affect the signaling of various growth processes and/or responses to
stresses. Recently, we showed that heterologous expression of SyNOS in Arabidopsis improves N use efficiency, N-deficiency
tolerance and yield. In this work, we evaluate the response of SyNOS-expressing Arabidopsis plants to UV-B exposure. Our
results show that UV induces morphological changes in UV acclimated plants (exposed to UV-B 1.1 W.m=, 2 h per day during
14 days) which include decreased rosette diameter, decreased inflorescence height, increased numbers of flowering stems and
decreased numbers of secondary branches. These UV-induced morphological changes were observed in both transgenic
SyNOS and Rdr-6 control plants. However, the transgenic lines presented increased shoot branching and seed production
compared to Rdr-6 plants in both conditions (with and without UV-B exposure). Chronic UV-B radiation did not affect
flavonoid pigment levels, cell damage or ROS production, indicating that UV-acclimated plants were not stressed.
Additionally, the effect of prolonged UV-B exposure (irradiated with UV-B 0.5 W.m2during 6 days) was analyzed in seedlings
grown in nutrient agar medium with high (+N, 9 mM NOzs-) and low N (-N, 0.5 mM NOz-) conditions. UV-B irradiation as
well as -N condition inhibited hypocotyl elongation in all lines. In -N condition without UV-B SyNOS lines elongated more
the hypocotyl compared to control plants. Under UV-B exposure, increased hypocotyl elongation of transgenic lines was
observed only in +N condition. Further investigation is necessary to understand the UV-B acclimation response of transgenic
SyNOS lines. Acclimation to a state of stress combination has been shown to involve integrating responses to each of the
individual stresses that simultaneously impact the plant (e.g., low N or UV-B stress), as well as the induction of a new type of
response, sometimes involving thousands of transcripts, that is unique to the state of stress combination. In summary our results
are encouraging towards obtaining crops with better yield under combined stressful conditions.

CELL FREE BIOSENSORS FOR DETECTION OF CONTAMINANTS IN WATERS OF

THE MATANZA RIACHUELO BASIN
Villarruel Dujovne M1, Liuboschitz S, Clark L?, Lucks J?, Jewett MC?, Capdevila DA?
1. Fundacion Instituto Leloir - IBBA CONICET, Buenos Aires, Argentina, 2. Department of Chemical and Biological
Engineering, Northwesten University, Evanston, Illinois, USA.

Water quality assessment is an issue of global relevance. Locally, 15% of Argentina’s population inhabits the Matanza-
Riachuelo Basin, whose natural and superficial waters have been found not to be apt for human use or consumption due to the
presence of natural (ie. arsenic) or anthropogenic (ie. transition metals) pollutants. Monitoring the presence of these
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contaminants along the basin by local authorities is limited due to the need of specific, expensive, and non-transportable
equipment. Recent advances in cell-free synthetic biology have spurred the development of in vitro molecular diagnostics.
Here, we present the work done in fine-tuning two cell-free biosensors. Both systems can be freeze dried for easy storage and
distribution making them a perfect choice as inexpensive point of use water quality assessment devices. First, we report the
advances done on a cell-free in vitro transcription platform, aptly named ROSALIND. This is a modular system that combines
a highly processive RNA polymerase, allosteric transcription factors and synthetic DNA transcription templates to regulate
the synthesis of a fluorescence-activating RNA aptamer in presence of a target contaminant. The platform has been validated
to detect a range of water contaminants. Here we focus on our recent work of tuning the reaction to detect relevant pollutants
in the basin in collaboration with the local authority ACUMAR. More recently, we are working to incorporate a new generation
of biosensors based on cell-free protein expression on bacterial lysates that will allow us to widen the range of contaminants
we can detect to other common ones such as arsenic and nitrates. Cell lysates-based biosensors allow us to forgo the need to
add purified components, decreasing the price and labor cost of individual reactions. The signal can be easily amplified thus
allowing for low detection limits. Here we present the first steps on preparing the cell extracts and validating their quality for
later use in sensors.
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EXTREMOPHILE CYANOBACTERIA: IN VITRO PRODUCTION OF PROTECTIVE

COMPOUNDS AGAINST UVB RADIATION
Lencina M F, Farias ME, Belfiore C.
Planta piloto de procesos industriales microbiolégicos, PROIMI-CONICET, Argentina.
E-mail: carobelfiore@hotmail.com

The Andean Altiplano-Puna is a sedimentary volcanic plateau at an average altitude of 4000 m located between latitudes 13°
and 27° south. Solar irradiance is 165% higher than that at the level of the sea with instant flow of UV-B that reaches 17
W, low nutrient concentration particularly phosphorous; presence of heavy metals and arsenic and broad fluctuation of the
temperature of the air, ranging from 20 °C during the day to -10 ° C at night. Even though these conditions are highly limiting,
previous results from our laboratory have described the microbial diversity of different lakes, mats and crust of the altiplano
and revealed an unexpectedly diverse microbial community, including several genera of cyanobacteria. Cyanobacteria isolated
from extreme conditions like Andean microbial mats and crust could produce mycosporine-like amino acids (MAAS) as a
mitigation strategy to reduce the damaging effect of ultraviolet radiation. In order to probe the production of MAAs from these
cyanobacteria, the analysis of the methanolic extract by spectrophotometry was used as a rapid method to know the presence
or absence of these compounds. Different strains of cyanobacteria were placed in quartz tubes and exposed to UVB radiation
for 4 and 24 hours. Then the culture was centrifuged at 20000 rpm during 10 min, and 0,15 g of biomass were placed in tubes
with 15 ml of methanol during 24 h in dark. Methanolic extract was analyzed in a spectrophotometer by scanning from 250
nm to 750 nm. Also, the methanolic extract was analyzed with high performance liquid chromatographic (HPLC), using Waters
Alliance 2695e - Waters PDA 2998 Detector - Empower 2 Software, Column: Gemini C18-5u-4.6 x 250 mm and the mobile
phase: 0.1% acetic acid in methanol 2.5%. The cyanobacteria that showed presence of MAAs were cultivated in different
conditions in order to determine the most convenient: condition 1: light 24 h, without shaking and room temperature; condition
2: light:dark 12:12 h, without shaking and 28°C; condition 3: light:dark 12:12 h, without shaking but bubbling air into the
reactor and 28° C. The strain GTAR 001, Anabaena sp., showed the most significant peak of absorbance at 334 nm when was
exposed for 24 h to UVB. The MAAs reported for cyanobacteria have peaks between 310 and 360 nm and the peak of 334 nm
corresponds to Shinorine. On the other hand, the strain GTAR 001 produced significantly more biomass with condition 3 and
in a shorter period. These preliminary results agree with the MAAs reported for Anabaena sp. isolated from rice paddy field
and hyper saline pond/marine habitat. It will be necessary to analyze this compound with liquid chromatography coupled with
tandem mass spectrometry for the final determination.

IDENTIFICATION OF SMALL-MOLECULES WITH INHIBITORY ACTIVITY TOWARDS

S-ACYLTRANSFERASES
1,2Giolito, ML.; 1,2Coronel, C.; 3,4Garro, C.; 1,2Bigliani, GY.; 3,4Soria G.; 5,6Quiroga, R.; 5,6Villareal, M. and
1,2Valdez Taubas, JE.
1CIQUIBIC-CONICET, 2Dpto de Quimica Bioldgica Ranwel Caputto FCQ-UNC, 3CIBICI-CONICET, 4Dpto de
Bioquimica Clinica FCQ-UNC, 5INFIQC-CONICET, and 6 Dpto de Quimica Tetrica y Computacional FCQ-UNC,
Cérdoba, Argentina. E-mail: luzgiolito@mi.unc.edu.ar

Protein S-acylation or palmitoylation is a post-translational modification (PTM) that consists of the addition of long-chain
fatty acids on cysteine residues through a thioester bond. The labile nature of this bond makes this PTM reversible and,
therefore, capable of exerting regulatory functions. Palmitoylation has multiple roles in many cellular processes, including
signal transduction, protein traffic, and even gene expression. This modification is highly prevalent and more than 10% of the
human proteome is thought to be palmitoylated. Palmitoylation is catalyzed by a family of palmitoyltransferases (PATS) or
zDHHC proteins, which are polytopic membrane proteins characterized by the presence of a conserved DHHC-Cysteine Rich
Domain. There is growing evidence that palmitoylation is closely linked to human health. For instance, inappropriate activation
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of the epidermal growth factor receptor (EGFR) contributes to a variety of human malignancies, recently it has been shown
that silencing of the palmitoyltransferase DHHC20 creates a dependence on EGFR signaling for cancer cell survival, as a
consequence it enhances the vulnerability of the cells to an existing first line treatment for EGFR-driven cancers. Despite the
importance of palmitoylation, no specific inhibitors for DHHC proteins are currently available. There is a great need to develop
such inhibitors to aid in the study of this modification and to test their possible therapeutic implications. Here we show the
development of a yeast-based in vivo high-throughput screening method for the identification of small molecules with
inhibitory activity for different PATs. This system is based on a reporter gene (HIS3) that responds to a transcription factor
fused to a palmitoylation substrate. When palmitoylation is inhibited, the cells are able to grow in media lacking histidine. It
is therefore a positive selection method, which avoids highly toxic molecules. We first screened 3200 compounds from the
ChemDiv 3D Biodiversity library to find inhibitors of the endogenous yeast PAT Akrl and selected a candidate compound
which we are currently characterizing. We next adapted the screening method so it can be used to isolate inhibitors of the
human PAT DHHC20. Since the crystal structure of DHHC20 is available, we carried out an in silico screening using
VINARDO scoring function, to select compounds with the best predicted binding energy, to the DHHC20 active site. We
analyzed 10000 compounds from the 3D Biodiversity library and selected the top 100 scoring molecules. These selected
compounds were then tested in the in vivo system, and two compounds allowed growth of yeast cells, suggesting that they
might act as DHHC20 inhibitors.
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JUICE-DRAGON FRUIT EXTRACTION BY MACERATION WITH ANTARCTIC
PECTINASES
Bezus B, Cavalitto S, Contreras JC?, Cavello I*
Laboratorio de Biotecnologia de enzimas y Tratamiento de Efluentes (BEyTE), CINDEFI-CONICET-UNLP, La Plata,
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Dragon fruit or pitaya is native to Mexico and Central and South America. The varieties Hylocereus monacanthus (red pitaya)
and Hylocereus undatus (white pitaya) are commercially grown worldwide. In particular, red pitaya draws attention because
of its intense red color. These fruits are low-calorie and high-fiber and vitamin content and have antioxidant and prebiotic
activity. Their texture makes them ideal for food products such as drinks, ice cream and jams. Pectinolytic enzymes can
hydrolyze components of the vegetal cell wall, helping to tissue maceration and juice obtention. Enzymes of Antarctic origin
act at medium and low temperatures, being of interest for reducing processes-temperatures. In the present work we obtained
pitaya-juice after Antarctic-pectinase maceration at low temperature. The pectinolytic extract used was obtained from the
psychrophilic yeast Mrakia sp. LP 7.1.2016. Red and white pitaya pieces (=1 cm x 1,5 cm long) were mixed with two parts
of water and enzyme at 23 °C, pH 5.0, 8 h, 150 rpm. Control was performed with heat inactivated enzyme. Three enzymatic
titles were tested on each pitaya sample: 0.1, 0.2 and 0.5 U polygalacturonase g* pitaya. After incubation, the solid was filtered
by cheesecloth, and manually pressed for juice obtention. VVolume of each treatment was recorded and dry weight of the
remaining solids was determined after 48 h at 50 °C. °Brix, conductivity, neutral and reducing sugars, and color were
determined in pitaya juices. After maceration, conductivity increased three times in average in all treatments and control,
indicating the liberation of vegetal components. Final volumes obtained in control (17.6-18.6 ml) were significantly lower
than those obtained in treatments (20.8-21.7 ml), but no differences were obtained among treatments. With regard to remaining
solids, those of red pitaya seem reduced in 19-24% respect to the control, and in the case of white pitaya, 22-35% of reduction
was observed. Brix liberated per gram of pitaya were 5.8-5.9 in controls, whereas 7.3-8.0 °Brix per initial gram of pitaya were
liberated. Color was determined in red pitaya juices using a colorimeter. A* axis (CIELAB scale) showed differences, with a
24% of increment when 0.1 U enzyme per gram of pitaya was used. Neutral sugars liberated from pitaya only were higher in
the maximal enzymatic treatment on white pitaya (90 mg g pitaya, 34% higher than control), whereas no differences were
observed in red pitaya. Among 35-46% of increment in liberated reducing sugars per gram of pitaya were detected, compared
to the control. Mrakia sp. LP 7.1.2016 pectinolytic extract was useful for pitaya maceration at mild temperature, with 15-19%
of volume increment in comparison with the control. Color properties in the case of red pitaya were increased. This product
can be used as a juice pitaya for its utilization in different food products.
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PURIFICATION OF SPECIFIC ANTIBODIES AGAINST SARS-COV-2 PROTEIN NP

USING THE FasTAGe SYSTEM
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The SARS-CoV-2 coronavirus, which causes respiratory syndrome COVID-19, has a protein nucleocapsid that envelops the
viral ssSRNA. The main protein of the nucleocapsid is the Np protein, which presents limited homology with nucleoproteins of
other coronaviruses and therefore turns out to be an attractive antigen for the development of specific anti-Np antibodies.
These antibodies can be used for the development of diagnostic systems that allow the detection of the viral antigen in infected
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individuals from saliva samples. In this context, our group has developed a labelling system called FasTAG®, which allows
the immobilization of recombinant proteins on the surface of Gram+ formaldehyde inactivated bacteria. In this system, the
recombinant proteins expressed in heterologous systems are fused to the C-terminal domain of S-Layer proteins of
Lactobacillus sp. Then, the intrinsic affinity this domain possesses for the membranes of Gram+ bacteria is used for the
immobilization of the recombinant proteins of interest. In this way, it is possible to purify specific antibodies against an antigen
of interest. Based on the above, the objective of this work was to evaluate the functionality of the FasTAG® system to purify
specific anti-Np antibodies. For this, the recombinant protein Np-FasTAG® was incubated for 12 hours at 4 °C with a matrix
made up of B. subtilis inactivated with 3% formaldehyde. Next, for the optimization of the protein fixation process to the
matrix, a compound factorial design was carried out, the variables of which were: formaldehyde concentration (0.5-1.5-2.5%
v/v) and time of incubation (15-30-45 minutes). The optimal condition was determined as the one that minimizes the
detachment of the Np protein and maximizes the detachment of the specific antibodies. Turning out to be the optimal condition
for the elaboration of the affinity matrix 2.5% v/v of formaldehyde and 15 minutes. Then, in order to evaluate the application
of the affinity matrix in the purification of specific antibodies, it was incubated for 1 hour with polyclonal antibodies obtained
from chicken egg yolks and the serum of goats immunized with the Np antigen. Next, to study the elution conditions of the
antibodies, a compound factorial design was performed using variables: pH, time, and SDS concentration. The best elution
condition was obtained for pH 10.5 and 15 minutes. Subsequently, the purified antibodies were evaluated by SDS-PAGE and
ELISA. As a result, it was possible to purify 3.5 pg of anti-Np 1gG and 3.1 pg of anti-Np IgY per mg of resin. Finally, the set
of experiments carried out here demonstrate the potential and functionality of this system for the purification of specific anti-
Np antibodies and their use for diagnostic purposes.
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PROTOTYPE OF MUCOSAL VACCINE AGAINST HEPATITIS E VIRUS RESISTS
GASTROINTESTINAL CONDITIONS IN VITRO
Miiller M 12, Raya-Tonetti F 12, Arce, L*?, Villena J3, Vizoso Pinto G %2
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The Hepatitis E virus causes hepatitis; its principal port of entry is the gastrointestinal mucosa. Its genome consists in ORF1
that encodes for a polyprotein needed for replication, ORF2 the viral capsid and ORF3 a multifunctional phosphoprotein. The
LysM domains are ubiquitous small domains, which mediate attachment of enzymes to bacterial peptidoglycan or to fungal
chitin. Bacterium-like-particles (BLP) are non-live bacteria treated with heat and acid, which conserve their shape but lose
proteins and DNA. The aim of our study was to generate fusion proteins and displayed them on the surface of BLP, to generate
a mucosal vaccine which combines carrier and adjuvant properties for oral administration. In this work we cloned and
expressed a chimeric protein with 5 LysM domains (LysM:) and ORF2 most immunogenic domain(O2P2). We obtained the
protein under native and denaturing conditions purificated by NiNTA chromatography. BLP derived from Lactiplantibacillus
plantarum IBL027, previously reported to have adjuvant activity on mucosa, were used for evaluating antigen display on its
surface. Briefly, we put in contact bacterial lysates or purified proteins and BLP for an hour in rotation at room temperature
and then washed them with PBS to get LysM.O2P2-BLP027. These complexes were tested on solutions simulating saliva,
gastric and intestinal juices and incubated in 37°C for 5 minutes, 1 and 3 hours, respectively. Protein integrity was checked by
SDS-PAGE. We tested several conditions for optimal expression of LysM:02P2 in E. coli. Surprisingly, after purification, the
protein did not bind to BLP but when we tested crude supernatants (under native and denaturing conditions), it bound at
different proportions. Then, we tested the resistance of complexes to gastrointestinal conditions; both were resistant to artificial
saliva (pH:7.2, lysozyme 100ppm) and simulated gastric juice (pH:2.5) but BLP exposing the native protein was resistant to
simulated intestinal juice (pH:7.2; pancreatin: protease>1900USP) and BLP exposing the denatured protein was not. SDS-
PAGE revealed LysM,02P2 was split in two by pancreatin, which is consistent with the presence of a trypsin recognition site
in the protein sequence. Capsid proteins of enteric viruses must resist gastrointestinal conditions to reach their target cells. We
postulate that the proper folding of LysM,O2P2 protects it from digestion. Some authors reported that native O2P2 dimerization
protects it against trypsin digestion. The next step will be to study oral immunization protocols with the prototype vaccine
LysM,02P2-BLP.
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The LysM (lysin motif) domain is a small globular domain of 42-65 amino acids long that is widely distributed in nature, it
can be found in procaryotes and eucaryotes in more than 4000 proteins. One to 12 LysM domains bind to N-acetylglucosamine
residues of bacterial peptidoglycan (PG) in a non-covalently way. The binding between proteins with LysM domains and PG
is strong and stable; it can only be separated under harsh reducing conditions. This can be useful for antigen display on the
surface of bacterial PG for immunization purposes. It has been reported that the number of LysM motifs in proteins affects the
efficiency of the binding of foreign proteins to the PG. Proteins with LysM domains can be difficult to express in a heterologous
system like E. coli because of their size. It is known that proteins with LysM domains tend to aggregate and form inclusion
bodies (IB). Previously our laboratory constructed a customized expression vector with 5 LysM domains from a protein
(Acglu) of Limosilactobacillus fermentum, which has not been described before. We cloned ORF68, the main antigenic
glycoprotein from the Varicella-Zoster Virus (VZV) without the transmembrane domain, into this vector but the fusion protein
did not express in E. coli, possibly because of its size (94kDa) or its insoluble nature. Therefore, we decided to construct a
new vector with only 2 of the 5 LysM domains from Acglu of L. fermentum. We constructed the expression vector pET-N-
His-LysM2 [rfB] and checked it by Next Generation Sequencing. The vector has 2 LysM domains as a N-terminal tag for
binding to bacterial PG and is a so-called destination vector compatible with Gateway® cloning technology. It also has the tag
RGS-His, which allows protein purification. We cloned VZV ORF68 into this new vector using the Gateway® LR reaction.
The fusion protein LysM2-ORF68 was expressed in soluble form, although most of the protein aggregates and forms IB. We
optimized the protein expression trying different conditions, even though it always formed IB. Using chaotropic agents, like
urea, we could solubilize the aggregated protein and purify it in successive steps. The LysM2-VZVORF68 protein both soluble
and recovered from 1B, binds to the PG of Gram-positive bacteria. To enhance binding, we exposed the PG shield by treating
lactobacilli with acid and heat. The structure of a LysM domain consists of a pair of antiparallel beta strands separated by a
pair of short alpha helices. Considering that the binding of LysM domains to PG depends on the native folding of the protein,
we can infer that the fusion protein retains its normal folding even after the treatment with chaotropic agents. Further studies
are necessary regarding stability of the binding, but we can speculate this new expression vector is promising for the
heterologous expression and purification of viral proteins as well as for antigen display on immunomodulatory lactobacilli
without generating genetically modified organisms.
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NEW FUNCTIONAL CHEESES WITH ANTIOXIDANT ACTIVITY
Diaz Miranda EN?, Fabersani E2, Grande, MV, Sanchez SS?, Grau A3#, Oliszewski RZ, Honoré SM1,
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The growing impact of obesity and metabolic diseases is stimulating the innovative development of new functional foods. The
high nutritional value of goat milk, together with the probiotic activity expressed by some Lactobacillus strains and/or the
prebiotic properties of yacon roots (rich in fructooligosaccharides and phenolic compounds), are suitable to be combined in a
product to benefit the consumer's health. The aim of our study was to develop original semisoft functional cheeses and to test
their possible metabolic effects on rodents with HFD-induced obesity. Products were made using Lactobacillus fermentum
LCLC1 and Lactobacillus bulgaricus LCLC2, strains as cheese starters, in combination with the probiotic Lactobacillus
plantarum LCLC3 and Lactobacillus plantarum LCLC4 strains. The probiotic Lactobacillus were added into milk
simultaneously with starter cultures (PC cheese), while yacon flour was incorporated to drained curd (PCY cheese) in a
concentration of 20% (w/v). Elaborated cheeses had good sensory properties, contained approximately 108 cfu/g viable cells,
and exhibit high (p<0.05) antioxidant activity determined by FRAP and DPPH assays. For biological studies, Wistar male rats
(n=30) were fed a standard diet (CD) or high-fat diet (HFD) for 12 wk. Then HFD was divided into four groups: HFD; HFD
plus goat cheese (HFD-C); HFD plus prebiotic cheese (HFD-PC); HFD plus prebiotic cheese + yacon (HFD-PCY). After 8
weeks, both PC and PCY consumption lowered postprandial triglycerides and cholesterol levels, improved the lipid profile,
and depleted serum lipid peroxidation in HFD-fed rats (p<0.05). PC and PCY also reduced liver steatosis and attenuated the
tissue damage caused by reactive oxygen species. Interestingly, an improvement in insulin sensitivity was detected in PCY -
fed animals. Bodyweight and abdominal fat mass tended to reduce in PC-fed rats. Collectively, our data suggest that semisoft
functional cheeses have strong antioxidant activity and significant protective effects against metabolic traits of obesity.
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EFFECT OF CORN SILAGE SUPPLEMENTATION ON GENE EXPRESSION OF
ANTIOXIDANT INDICATORS IN BRAFORD STEERS
Castafio Ledesma MS, Coria MS, Borsarelli, CD, Palma GA
Laboratorio de Produccion y Reproduccion Animal, Instituto de Bionanotecnologia del NOA (INBIONATEC); Facultad de
Agronomia y Agroindustrias, Universidad Nacional de Santiago del Estero, Argentina.
E-mail: castsofi74@gmail.com

Oxidative processes in meat are responsible for quality deterioration including flavor, color and nutritive value. Antioxidant
enzymes play a central role in the defense system against oxidative damage in vivo, which include the endogenous enzymes
superoxide dismutase (SOD), catalase (CAT) and glutathione peroxidase (GPx). In addition there are proteins associated with
non-enzymatic antioxidants: a-tocopherol transfer protein (a-TTP) and a-tocopherol associated protein (a-TAP), which would
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result in an indirect measure of the presence of non-enzymatic antioxidants. The oxidative stability of meat is also determined
by the presence of dietary antioxidants and may be modulated by nutritional factors. Argentine meat has been traditionally
produced on pasture. However, to comply with some market requirements, grain finishing is becoming more common among
producers. The aim of the present work was to evaluate the effect of corn silage supplementation on SOD, CAT, GPx, a-TTP
y a-TAP gene expression. Briefly, 30 Braford steers were randomly divided into 2 experimental groups: 15 animals were fed
ad libitum grass and supplemented with corn silage 120 days prior to slaughter, while the other 15 steers were fed ad libitum
similar grass without corn supplement. Gene expression was evaluated in Longissimus dorsi muscle samples. Messenger RNA
was isolated by phenol-chloroform method and reverse transcripted. Real-time PCRs were carried out with RPLPO and
18SrRNA as reference genes. Pasture-fed steers muscles contained higher expression levels of CAT, SOD and GPx genes than
the grain-fed group (p<0.001) and tended to enhance a-TTP expression (p=0.06). However, no significant differences were
observed between feeding systems in a-TAP gene. If the expression of antioxidant genes is related to their activity in vivo,
results would suggest that animals on the pasture-finished group were subject to more oxidative stress. In conclusion, the
present work suggests that the decrease in antioxidant gene expression on the corn silage finished group diminish the
antioxidant defense capacity, and thus could affect negatively the quality of the meat.
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STUDY OF THE ACARICIDAL EFFECT OF RIBOFLAVIN COMBINATED WITH

ULTRAVIOLET LIGHT
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Demodex folliculorum is a mite strongly associated with facial skin conditions such as acne, seborrhea, rosacea, palpebral skin
pigmentation, basal cell carcinoma, pityriasis or dermal atrophy and also with some ocular pathologies, among which
blepharitis and dry eye prevail. Generally located in the ocular and skin pilosebaceous complexes occupying different
topographical sites, Demodex folliculorum colonizes preferentially the hair follicles of eyelashes. 1) Although there are
different therapeutic alternatives, there is no standardized treatment. On the other hand, the development of alternative
therapies such as photodynamic therapy (PDT) has made it possible to establish minimally invasive treatment protocols with
good therapeutic results. I1) In the present study, the in vitro response of the mite Demodex flolliculorum to different stimuli
and their acaricidal effect was evaluated. Sixty-six adult stage mites were obtained from patients with ocular demodicosis and
randomly assigned to one of the 4 study groups (control group without stimulus, riboflavin stimulus, irradiated with UVA light
or combined UVA light and riboflavin stimulus). They were irradiated with a VEGA CBM-X-Linker UV lamp; CSO with a
focal distance of 5 ¢cm and a light diameter of 11 mm with a wavelength of 365 nm, total energy 5.4 Joules/cm?, controlling
the temperature. The stimulus was applied for 30 minutes continuously and the vitality of the mites was observed for 4 hours.
The vitality of the mites in each observation was determined taking into account the movements of the mite. No significant
differences were observed between the vitality of the control group and the groups stimulated with UVA light without
riboflavin and riboflavin without light stimulation. The group stimulated with the combination of riboflavin and UVA light
showed a significant reduction in vitality in the observed time period. This study demonstrates that the combined application
of riboflavin and UVA light in vitro has an acaricidal effect on Demodex folliculorum. These results allow inferring a possible
use for photodynamic therapy in the treatment of ocular demodicosis. Further studies are needed to study the response of the
mite in vivo. The results of the study are currently in the process of publication.

GLYCOBIOLOGY
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SEX HORMONES IN THE OVIDUCTAL SECRETION OF AMPHIBIANS
Arce MB, Cisint S, Molina Al, Fernandez SN, Crespo CA
Inst. de Biologia (FBQF- UNT) e Inst. Superior de investigaciones Bioldgicas (INSIBIO- CONICET- UNT).
Tucuman.
E-mail: belenar2746@gmail.com

In the anuran Rhinella arenarum, amphibians with external reproduction, the pars convoluta (PC) oviductal is the area of the
female reproductive organ that participates in the synthesis and secretion of all the protein and glycoprotein components that
form the jelly coats that surround the oocytes during oviposition. It was shown that the secretion of these biomolecules
exhibits a differential pattern over the sexual cycle. In addition, during the reproductive stage, it was determined that the
74KDa glycoprotein (gp74), present in the secretion of PC and oocyte jelly is highly diffusible and participates in fertilization.
However, it is not known whether this secretory process would be influenced by female sex hormones. The objective was to
analyze and establish by electrophoresis in SDS-PAGE the influence of steroid hormones: estradiol (E2), progesterone (P),
dihydrotestosterone (DHT) and testosterone (T) on the secretion profile of PC. The secretion product was obtained by
perfusion in situ in adult females collected in the reproductive stage, controls and ovariectomized (without and with the
corresponding hormonal treatment). The results reveal that E2, unlike the control and the ovariectomized, promotes a
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secretion product that separates into two fractions (F1 and F2). F1 is fluid, watery and transparent. F2 is a mucous secretion
product, which characteristically forms a crystalline mucus with the property of filancia, analogous to human cervical mucus
in the pre-ovulatory stage of estrus. It also nduces a marked increase in total protein secretion (2 times compared to the
control and 6 to the ovariectomized). The protein profile of F1 revealed three bands (130, 74 and 60 KDa), while F2 revealed
only the 300 KDa band. Although all these bands are present in the control, the low secretion of the ovariectomized and
without treatment only revealed the sparse bands of 74 and 60 KDa. The P acts in PC as a secretagogic hormone of an
abundant, dense, sticky and opalescent material that is stored in the region after PC, the ovisac. The electrophoretic profile
of this secretion reveals 11 protein bands with relative mobilities identical to those of the gelatin that surrounds the oocytes
at the time of fertilization, with gp74 being the protein that exhibits the highest percentage of secretion. Although DHT
reveals the same secretion profile as P, the product is obtained from PC. T does not participate in the secretion process. These
unpublished results in amphibians demonstrate that protein secretion of oocyte jelly is regulated by P and DHT. The
organization of the jelly matrix would depend on factors, perhaps regulated by E2.
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PERINATAL PROTEIN DEPRIVATION IMPACTS NUCLEAR O-GALNAC

GLYCOSYLATION IN RAT PUP CELLS
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Post-translational modifications are key factors in the modulation of nuclear protein function controlling cell physiology and
individual health. We study the influence of early under-nutrition on the nuclear O-GalNAc glycosylation of rat pup cells.
Pregnant rats were fed with well-nourished and protein deprived diets, and after weaning at 30 days, pups were studied.
Perinatal protein deficit exerted a direct consequence on offspring development, reducing the progeny weight. In different
offspring tissues, we analyzed for the presence in nucleus of all the factors involved in the beginning of O-GalNAc glycan
biosynthesis: the substrate donor (UDP-GalNAc), the enzyme activity (ppGalNAc-T) and the glycosylation product (O-
GalNAc glycans). Here we observed that UDP-GalNAc levels available in cytoplasm and nucleus were not affected in cells
from liver, cerebral cortex, cerebellum and hippocampus. However, perinatal protein deficiency affected the total activity of
ppGalNAc-T localized in liver nucleus, thus reducing the “writing” ppGalNAc-T activity of nuclear O-GalNAc glycans. In
addition, liver nucleoplasm of protein-deprived pups reported a significant reduction in expression of nuclear O-GalNAc
glycan level. Our results suggest that limited availability of essential amino acids during early life stages (gestation and
lactation) can modulate nuclear O-GalNAc glycosylation, which might ultimately regulate nuclear protein functions.

GOLGI PHOSPHOPROTEIN 3 EXPRESSION IS ASSOCIATED WITH

GLYCOSPHINGOLIPID COMPOSITION OF HUMAN BREAST CANCER CELL LINES
Martinez MN?, Ruggiero FM?, Fidelio G, Vilcaes AAL.
tUniversidad Nacional de Cérdoba. Facultad de Ciencias Quimicas. Departamento de Quimica Bioldgica Ranwel Caputto,
CIQUIBIC-CONICET, Cérdoba, Argentina. 2Jacobs University Life, Bremen, Germany.
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Glycosphingolipids (GSLs) are mainly concentrated at the cell surface of eukaryotic cell. The expression levels of selective
species of GSLs can dynamically change during different cellular processes. Aberrant and elevated expression of gangliosides
at cell surface has been also shown on different types of cancer cells. Golgi phosphoprotein 3 (GOLPH3), a peripheral
membrane protein mainly localized at the trans-Golgi network, has been associated with poor prognosis in many cancers;
however, its precise function in cancer is not fully understood. In addition, it has been proposed that GOLPHS3 is required for
the localization of glycosyltransferases in Golgi, mediating the synthesis of glycolipids, a feature that may contribute to its
oncogenic trait. In order to explore the role of GOLPH3 in the metabolism of GSLs, we first analyzed the effect of knocking-
down GOLPH3 expression on the mRNA levels of glycosyltransferases in tumorigenic and non-tumorigenic human breast
cells with different patterns of GSLs. The results showed that the expression of GOLPH3 did not have a remarkable effect on
transcription of glycosyltransferases. Next, immunofluorescence studies in two breast cancer cell lines (MDA-MB-231 and
MCF7, with high levels of GOLPH3), revealed that both cell lines expressed the glycolipid GM1, while GD1a was detected
in MCF7 but not in MDA-MB-231 cell line. In addition, the globoside SSEA-4 was present in MDA-MB-231 cells but not in
MCF7 cells. In GOLPH3 knockdown MCF7 cells, there was a reduction in the levels of GD1a ganglioside with a concomitant
increment of GM1 ganglioside, indicating a specific effect of GOLPH3 in the expression of GD1a. Of note, synthesis of SSEA-
4 and GD1a is carried out by the same glycosyltransferase, ST3Gal-11. Moreover, SSEA-4 positive cells have increased
mesenchymal markers and reduced epithelial markers expression, suggesting a participation of SSEA-4 in the acquisition of a
migratory phenotype. Therefore, we studied the effect of GOLPH3 on the process of epithelial mesenchymal transition (EMT)
induced by transforming growth factor-f3 (TGF-B) in MCF7 and MDA-MB-231 cells. Preliminary results showed that TGF-p
treatment induced an increase in the expression of GOLPHS3 in both cell lines. In addition, SSEA-4 globoside levels were also
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increased in MDA-MB-231 cells after TGF-f3 treatment. Future experiments are required to confirm the concomitant
increasement of GM1 and GD1a levels with SSEA-4 and GOLPH3 expression. In GOLPH3 knockdown cells, the treatment
with TGF-B did not induce EMT. Also, wound-healing assays in MDA-MB-231 cells indicated that the expression of GOLPH3
impairs the migration capacity. Taken together, these results support the idea that GOLPH3 expression is involved in the
expression pattern of GSLs of breast cancer cellular lines.

GETTING INTO THE SULFOGLYCOPROTEOME OF TRYPANOSOMA CRUZI
Rodriguez MN?, Landoni M, Soprano LS?, Duschak VS 2, Couto AS?.
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(INP), ANLIS-Malbran.
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Chagas disease or American Trypanosomiasis caused by the protozoan Trypanosoma cruzi is a neglected disease constituting
a serious problem in Central and South America. During T. cruzi developmental stages, glycoproteins play important roles in
the host-parasite interaction, such as cellular recognition, host cell invasion and adhesion, and immune evasion. Previously,
we have described for the first time the presence of sulfated glycoproteins in Trypanosomatids. Within the analysis of T. cruzi
proteins, we have structurally characterized by mass spectrometry analysis, two sulfated glycoproteins present in epimastigote
forms: cruzipain (Cz) and serincarboxypeptidase (SCP). Sulfation is a significant modification of glycoproteins that plays a
key role in biological processes. In this sense, we have characterized the structure of the sulfated NAc-Glc6SOs-epitope
(sulfotope) present in Cz and provided strong evidence that sulfotopes are involved in the generation of heart muscle tissue
damage in BALB/c mice, in absence of infection, and might play a role in the immunopathogenesis of chronic Chagas disease.
Remarkably, 1gG2-specific antibody levels to sulfated epitopes of Cz, inversely correlates with the degree of cardiac
dysfunction. The presence of sulfated glycoproteins indicates that the parasite contains sulfotransferase activity suggesting
there may be other sulfated glycoproteins still not characterized with relevant biological roles yet unknown. The goal of this
project is to unravel the sulfoglycoproteome of epimastigote and trypomastigote forms of T. cruzi to establish potential
differences between the developmental forms as well as to determine its biological implications. Epimastigote forms were
lysed and after centrifugation, the lysate was subjected to a DEAE-Sepharose column chromatography and eluted by steps
with buffer Tris containing 0 %, 0.2 % and 0.6 % NaCl. Fractions named F0, F0.2, F0.6 respectively analyzed by SDS-PAGE.
Different bands were detected when developed with blue Coomassie for proteins and with PAS for glycoproteins. Samples of
F0.2 were further digested in parallel with sulfatase and phosphatase and analyzed by SDS-PAGE. Interestingly apart from
Cz, at least two proteins in F0.2 were clearly modified by the sulfatase treatment but not with phosphatase. Those two proteins
were further cut from the gel, trypsinized and subjected to MS analysis for identification. Treated and untreated F0.2 were
further compared by bidimentional electrophoresis. When the same fractionation and analysis was performed on
trypomastigote forms, fraction F0.2 showed by SDS-PAGE a major band of aprox 66 kDa that was partially modified by the
sulfatase treatment. The identification and characterization of novel sulfotopes that might be able to play essential roles would
represent an important advance in our understanding on the immunopathogenesis and infection associated with Chagas disease.
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CELLULAR AND FUNCTIONAL MECHANISMS INVOLVED IN HEARING LOSS IN A

DFNA2 MOUSE MODEL.
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Function impairment in the voltage-gated K* channel KCNQ4 is the main cause of DFNA2, a non-syndromic progressive
hearing loss (HL). It occurs in two phases: initially, there is a mild HL at young ages, which then progresses to a profound HL
in adulthood in the last phase. Previously, we reported that outer hair cell (OHC) death may contribute to the first phase and
inner hair cell (IHC) and spiral ganglion neuron (SGN) degeneration would explain the last phase of DFNA2, in a mouse
lacking KCNQ4 channel (Kcng4”). Now we correlate these findings with the molecular and functional alterations in this
mouse model of HL. In 3-6 weeks-old (W) Kcng4™- animals, using immunofluorescence (IF), we found an increase of cleaved
caspase-3 (CAS-3) expression in the OHCs area in the basal turn. Moreover, gene expression analysis by gPCR in
young Kcng4™ mice revealed that pro-apoptotic Bax transcript level was ~6-fold higher than in the WT animals, while anti-
apoptotic Bcl2 gene expression was drastically reduced. Additionally, by IF, we found a lower synaptic density and
mislocalization of the efferent terminals that contact OHCs from Kcng4” mice. Previous studies showed that this model has
an increase in the hearing threshold at low frequencies but with no decrease in IHC number. However, using the C3H mouse
strain, we found loss of IHCs and SGNs in 1-year-old mice lacking KCNQ4 expression. To assess the auditory function in
middle-aged mice, we initially performed the Preyer’s reflex test. We determined that ~50% of Kcng4 mice did not pass the
test, indicating a profound HL. Auditory brainstem response (ABR) test exhibited a significant auditory threshold shift of ~60



dB SPL in the 5.6-45.25 kHz frequency range, pointing out that the electric transmission through the whole auditory pathway
is affected by KCNQ4 absence. Following this, we observed CAS-3 expression in SGNs at 1-year-old mice. IHCs neither
express CAS-3 nor the autophagy marker LC3-B2. However, they showed by scanning electron microscopy (SEM), different
stereocilia alterations like fusion and missing ones in middle-aged Kcng4”- mice. Distortion product of otoacoustic emissions
(DPOAE) test revealed an auditory threshold shift of ~20-30 dB SPL in the 8-32 kHz range, indicating that OHCs function is
severely impaired in these mice. Despite this, cochlear microphonic signals were detected mainly at low frequencies,
suggesting a mild activity of OHCs in the apical turn. Our results demonstrated that during the first stage of DFNA2, OHCs
die by apoptosis while efferent synapsis is disorganized. In the second phase, apoptosis is present in SGNs but not in IHCs
which are also lost. However, we found diverse stereocilia defects, which could account for their lack of auditory signal
generation in middle-aged Kcng4- mice. Collectively, these findings may help to understand the cellular and molecular
mechanisms underlying the biphasic HL.
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AMPA receptors are ubiquitous tetrameric cation channels that mediate the first fast excitatory postsynaptic currents in most
glutamatergic synapses in the central nervous system. Usually, the channel also desensitizes relatively quickly, resulting in
an excitatory current that peaks quickly and has a low or non-existent steady-state current. The affinity to glutamate, usually
inferred experimentally from the concentration of glutamate for which there is half-maximal peak current (current EC50), is
considered "low", in the range of 10 to 200 uM (Traynelis et al., 2010). However, when the L-glutamate binding affinity is
directly measured (binding EC50), it is much higher, around 0.5 uM (Abele et al., 2000). We have previously described a
system-level mechanism called PRESS (pre-equilibrium sensing and signaling) which enables such shifts in the input
dynamic range (Ventura et al., 2014; Di-Bella et al., 2018), and thus we asked if it operates on AMPAR. Here, using a
simple kinetic one-channel-subunit model and a more complex four-subunits model, we show how the experimentally
determined and relatively slow binding step, followed by the fast opening and desensitization steps, conforms very well to a

PRESS mechanism, accounting for the large difference between binding and peak current EC50s. Our models also help
explain how, through changes to the desensitization rates caused by association with transmembrane regulatory proteins,
such as TARPs, PRESS could be a mechanism for adjusting the current dose-response curve closer to the binding curve,

increasing the AMPA-R mediated currents
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Bacterial infections are one of the strongest selective pressures on human beings to date, as the rise in antibiotic resistance is
predicted to increase the deaths due to infectious diseases as high as they were in pre-penicilin times by the year 2050. The
bacterial resistance machinery that responds to the stresses such as nutritional immunity (the depletion of essential transition
metals) or host-imposed oxidative stress induced are ultimately regulated by highly specific allosteric transcriptional regulators.
The ArsR family of transcriptional regulators contains more than 3000 members, which evolved to sense a remarkably diverse
array of inducers on a conserved structural fold that undergoes minimal changes upon ligand binding. This highlights the
crucial role of protein dynamics in the modulation protein function through allostery, which can be interrogated thanks to
technical advances in NMR spectroscopy. By allowing the direct determination of dynamic changes of specific methyl
sidechains on different timescales, NMR is used to determine the axial order parameters of methyl containing residues, used
as a proxy of site-specific conformational entropy. In our previous work, we have applied this approach on CzrA, an ArsR
Zn(I1) sensor critical for the virulence of Staphylococcus aureus, to show that the binding of this repressor to its DNA operator
is driven by an increase in conformational entropy

(themed “entropy reservoir”) upon binding. Zn(IT) binding, however, inhibits DNA binding by restricting access to such
entropy reservoir, via entropy redistribution, providing a mechanism of allostery without conformational changes. To
understand if entropy reservoirs play a role in modulating the functions of other proteins in this family, we turned to SqrR, an
ArsR involved in sulfur homeostasis in Rhodobacter capsulatus that senses reactive persulfides through two conserved
Cysteines that reversibly oxidase to form a tetrasulfide bond, leading to the release of the DNA.

Here, we report the characterization of the reduced and oxidized state of SqrR through NMR. We reached almost complete
assignment of the backbone and over 85% assignment of the side chain. The comparison of the methyl side-chain order
parameters between both states shows that the formation of the tetrasulfide bridge between the two cysteines leads to a
rigidification of the protein. Regarding DNA-binding, we designed an NMR-competent oligo that retains high affinity for SqrR,
and we show that there is an important entropic contribution in the binding process to the total free energy, greater than that
found for CzrA. We also present our advances in understanding the dynamical changes in the protein-DNA complex and
discuss the potential role of different small molecular weight thiols acting as SqrR physiological inductor. With this, we hope
to shed light on the most fundamental mechanisms used by life to modulate the adaptive response of pathogens to stresses
imposed by their hosts.
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Certain lactic acid bacteria (LAB) can produce an extracellular a—D—glucan homopolysaccharide (HoPS) formed by glucose
units when growing in sucrose-enriched media. HoPS from LAB are natural bio-thickeners that improve rheological properties
by providing viscosity and reducing syneresis. The structural diversity of biopolymers is linked to their vast commercial value
and applications in the food, cosmetic, medical, and biotechnology fields, reaching much attention in recent years. Previously,
we reported the bioprospection of thirty-one HoPS producer LAB strains, isolated from wild fruits of northern Argentina and
belonging to the Weisella and Leuconostoc (Ln.) genera in a sucrose-enriched MRS medium (MRS-S, 4%). In addition, some
techno-functional properties of selected HoPS identified as glucans dextran-type were studied. Currently, we aimed at the
chemical structure and rheological properties of HoPS from selected Ln. strains (Ln. pseudomesenteroides F-G2-22 and Ln.
citreum F-Cql-496) since their high polymer production in MRS-S. The two studied HoPS were isolated and purified from
MRS-S agar (gr.Kg* medium) after 48 h at 30 °C. The molecular structure was studied by HPLC (Knauer Wellchrom with a
Waters Ultrahydrogel column), NMR (400 MHz, Agilent Technologies), DRX (Bruker D8 Discover A 25), & (Zetasizer Nano
ZS, Malvern Instruments Ltd.), and rheological properties at different concentrations: 1, 2.5, and 5 % (TA Instruments, mod.
ARES-G2). F-G2-22 and F-Cq1-496 strains grew up in MRS-S agar produced 6.27 and 6.78 gr.Kg* of HoPS, respectively. In
addition, we not observed contaminants in the samples (protein, nucleic acid, or pigment by UV spectra). These HoPS were
biopolymers of high molecular weight: 7442.7 kDa and 6857.3 kDa for F-G2-22 and F-Cq1-496 strains, respectively. NMR



studies revealed typical signals of a linear dextran without branches structure. Only a single a-1,6 glycosidic binding signal (~
5 ppm) in both biopolymers were observed. On the other hand, the XRD spectra reflected a semi-crystalline arrangement with
crystallinity indices lower than 30%. Also, both HoPS exhibited neutral charges in their structures (¢~ 0 mV) commonly
observed in glucan polysaccharides. The oscillatory rheology, the storage modulus G' and the loss modulus G" showed G' <
G" at low oscillation frequencies. A decrease in the modules' slope at higher frequencies was possible to exhibit typical
viscoelastic fluids characteristics in all studied solutions. Dextran is produced by many food-grade organisms such as LAB. It
improves the texture of products containing plant protein to make vegan replacements for dairy products. Our results suggest
that the biopolymers produced by the Ln strains possess a dextran polymeric structure similar to each other. The rheological
properties of both studied biopolymers confer great potential to be used as bio-additives in the food industry.



