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15D-PGJ2 INDUCES APOPTOSIS, INCREASES SOCS3 EXPRESSION AND DECREASES IL-6 IN THYROID
 CANCER CELLS
 CAROLINA FERNANDES REIS1; CARLOS ANTONIO TRINDADE DA SILVA
 2; LARA VECCHI
 3; BRUNA FRANÇA
 MATIAS4; MARCELO HENRIQUE NAPIMOGA
 5; LUIZ RICARDO GOULART
 6; LAURA STERIAN WARD
 7.
 1,7.STATE UNIVERSITY OF CAMPINAS, CAMPINAS - SP - BRASIL; 2,3,4,6.FEDERAL UNIVERSITY OF
 UBERLÂNDIA, UBERLANDIA - MG - BRASIL; 5.SÃO LEOPOLDO MANDIC INSTITUTE AND RESEARCH CENTER,
 CAMPINAS - SP - BRASIL.
 Introduction: Cyclopentenone prostaglandin 15-deoxy-Δ(12,14)-prostaglandin J(2) (15d-PGJ2), which is generated
 from the dehydration of PGD(2), is a natural ligand of peroxisome proliferator-activated receptor gamma (PPARγ) and
 a potential apoptotic mediator. Recently it has been demonstrated that 15d-PGJ2 have anti-inflammatory and
 antitumor activities in different cell lines and mouse models. Suppressor of cytokine signaling 3 (SOCS3) is an
 inducible endogenous negative regulator of signal transduction and activator of transcription 3 (STAT3) and suggested
 as a tumor suppressor gene. In the present study it was evaluated the activity of 15d-PGJ2 in human thyroid papillary
 cancer cells (TPC1) and its possible pathway of action.
 Methods and Results: TPC1 cells were treated by using different doses of 15d-PGJ2 (20, 10, 5, 2.5, 1.2 and 0.6 uM)
 for 72 hours to determine the IC50 by MTT assay, which was determined as 9.3 uM. Besides, flow cytometry was
 employed to measure cell apoptosis after 24 hours treatment using Annexin V-FITC using the dose of 9.3 uM of 15d-
 PGJ2. It was possible to observe after 24h, 47% of TPC1 death. Moreover, the supernatant of TPC1 treated or not
 with 15d-PGJ2 for 24 hours, were used for IL-6 measurement using the Cytometric Bead Array and total RNA was
 isolated using RNeasy Kit for the relative quantification of IL-6 and SOCS3 by Real Time PCR (TaqMan). After 24h,
 TPC1-treated cells produced 840.12 pg/mL of IL-6 compared to 1513.86 pg/mL in control cells (55.48% less). SOCS3
 mRNA levels were higher in cells treated with 15d-PGJ2 than in control cells (P<0.0001) while IL-6 mRNA levels were
 lower (P=0.0002).
 Conclusion: Our data demonstrate that 15d-PGJ2 increases apoptosis and SOCS3 expression with concurrent
 decrease of IL-6 expression production in thyroid cancer cells. Taken together these results suggest that 15d-PGJ2
 strongly decreases IL-6 signaling pathway. We therefore suggest that 15d-PGJ2 may be a new interesting therapeutic
 agent for thyroid tumors.
 Financial support: FAPESP and CNPq.
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ALTERED DENDRITIC CELL-DERIVED MONOCYTE DIFFERENTIATION IN THE PRESENCE OF TUMOR
 SUPERNATANT: POSSIBLE INVOLVEMENT OF THE P38MAPK PATHWAY
 BRUNA ZELANTE; JOSÉ ALEXANDRE MARZAGÃO BARBUTO.
 INSTITUTE OF BIOMEDICAL SCIENCES, SÃO PAULO - SP - BRASIL.
 Introduction: Dendritic cells (DC) are the most efficient antigen-presenting cells in the immune system. In cancer
 patients, however, these cells present functional and phenotypic disturbances that could be related to a stressful
 environment induced by the tumor. Heat Shock Proteins (HSP) and the p38MAPK pathway are involved in cell
 responses against stress and, interestingly, we noted that mature monocyte-derived dendritic cells (Mo-DC) from
 breast cancer patients present, indeed, higher levels of HSP27 mRNA. Furthermore, HSP27 is a target of the p38
 pathway and high HSP27 levels have been associated with impaired Mo-DC differentiation. To investigate these
 phenomena we exposed monocytes from healthy donors to a tumor cell line supernatant and evaluated their
 differentiation into DCs and the activation of HSP27 and p38 in the differentiating cells. Methods and
 Results: Monocytes from healthy donors were induced to differentiate into DCs either in the presence of 20%
 conditioned medium (CM) from the breast adenocarcinoma cell line SK-BR-3 (tDC) or not (cDC). The surface
 phenotype, the presence of total and phospho p38 and HSP27, and the levels of IL-1b, IL-6, IL-8, IL-10, TNF-a and IL-
 12p70 were evaluated at different time points of the culture by flow cytometry. At 24h tDC cells showed higher levels
 of phospho-p38, but less phospho-HSP27. At 72h of culture tDC contained a higher frequency of PD-L1+ cells.
 Besides, during differentiation, tDCs expressed higher levels of IL-1b, IL-6, IL-8, IL-10 and TNF-a, however tDCs were
 less efficient to produce IL-12p70 in response to stimuli with lipopolysaccharide (LPS) comparing to
 cDCs. Conclusions: CM from SK-BR-3 cells affected the differentiation of Mo-DCs, inducing a phenotype with higher
 expression of PD-L1, a molecule associated with the induction of immune suppression. Dendritic cells exposed to CM
 also produce high levels of cytokines since the first day of differentiation, what leads these cells to response at the
 same time to signals of differentiation and maturation, what may impair differentiation. This was concomitant to an
 early increase in p38 phosphorylation, but surprisingly lower presence of phospho-HSP27 in the same cells. Though
 preliminary, these data suggest that the p38MAPK pathway may be involved, indeed, in the response negative effects
 of tumors upon the differentiation of Mo-DCs into effective inducers of anti-tumor immune responses. Financial
 Support: FAPESP.
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ANALYSIS OF INTERLEUKIN-6 AND INTERLEUKIN-10 GENE POLYMORPHISMS IN PATIENTS DIAGNOSED
 WITH MULTIPLE MYELOMA IN NATAL, RN – BRAZIL
 CAROLINA FONSECA MINNICELLI1; MARCOS DIAS LEÃO
 2; JAMES FARLEY MACIEL
 3; PAULA RENATA LIMA
 MACHADO4; TELMA MARIA ARAUJO MOURA LEMOS
 5; ROCIO HASSAN
 6.
 1,4,5.UNIVERSIDADE FEDERAL DO RIO GRANDE DO NORTE, NATAL - RN - BRASIL; 2.ONCOCLÍNICA SÃO
 MARCOS, NATAL - RN - BRASIL; 3.LIGA NORTERIOGRANDENSE CONTRA O CANCER, NATAL - RN - BRASIL;
 6.INSTITUTO NACIONAL DO CANCER, RIO DE JANEIRO - RJ - BRASIL.
 INTRODUCTION: In multiple myeloma (MM), there is substantial involvement of interleukins (IL) produced by both
 cancer cells, which proliferate and accumulate in the bone marrow (BM), and by cells from the BM microenvironment.
 IL production is influenced by single nucleotide polymorphisms (SNPs). This study aimed to evaluate the association
 of IL-6 and IL-10 gene promoter polymorphisms with clinical and laboratory characteristics of patients with
 MM. METHODS AND RESULTS: A total of 31 patients (11 male and 20 female) diagnosed with MM at Oncoclínica
 São Marcos (N=10) and at LIGA Norteriograndense contra o cancer (N=21), Natal–RN, mainly with advanced stages
 (14/19-IIIA and 5/19-IIIB) and with a median age of 62 (32-84) years old were included. IL-10 genotyping (SNPs at -
 1082A/G, -819C/T and -592C/A) was performed by allele specific PCR (AS-PCR), TaqMan and experimental
 haplotyping assays, while IL-6 SNP-174C/G was genotyped by AS-PCR real-time using SybrGreen. Differences in
 genotypic counts were assessed using the chi-square for categorical variables and analysis of variance (ANOVA) to
 analyze the differences between group means. IL-10 genotypic frequencies of AA, AG and GG of IL-10 (-1082A/G)
 were 32.3%, 30.8% and 16.1%, respectively, and were in Hardy-Weinberg equilibrium (c²=0.1, p=0.7, df=1). The
 proximal promoter haplotypes of IL-10 gene, ACC, ATA and GCC were present in 24.1%, 33.9% and 42% patients,
 respectively. Of the 27 patients analyzed for SNP -174C/G of IL-6 gene, 51.9%, 40.7% and 7.4% carried the
 genotypes CC, CG and GG, respectively. Clinical-demographic characteristics such as age, sex or staging were no
 related to gene polymorphisms. Lower lactate dehidrogenase (LDH) levels at diagnosis were related to the presence
 of the -1082AA genotype vs. -1082AG/GG genotypes (310 IU/L vs. 446 IU/L, respectively, F=5.2; p= 0.037). The
 presence of GCC haplotype was associated to lower (<30%) PC counts in BM compared to ACC/ATA haplotypes
 (100% vs. 0%, p=0.04, OR=0.41; 95%CI 0.2 – 0.8). CONCLUSION: The presence of IL-10 -1082AA genotype in
 patients with lower LDH levels and GCC haplotype in patients with lower PC counts in BM suggests a dual role of IL10
 polymorphisms in tumor burden and MM microenvironment.
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ANTITUMOR AND IMMUNOMODULATOR EFFECT OF DIIDROQUELERITRINA ALKALI IN CELLS OF
 MALIGNANT BRAIN TUMOR
 TEREZA CRISTINA COSTA1; NOELIO DE JESUS MENEZES-FILHO
 2; EUDES DA SILVA VELOSO
 3; SONGELI
 MENEZES FREIRE4; GISELLE PINTO DE FARIA LOPES
 5; SILVIA LIMA COSTA
 6.
 1,2,5,6.LABORATÓRIO DE NEUROQUÍMICA E BIOLOGIA CELULAR-UFBA, SALVADOR - BA - BRASIL;
 3.INSTITUTO DE QUÍMICA E FACULDADE DE FARMÁCIA – UFBA, SALVADOR - BA - BRASIL; 4.LABORATÓRIO
 DE IMUNOLOGIA E BIOLOGIA MOLECULAR – UFBA, SALVADOR - BA - BRASIL.
 Introduction: Glioblastomas are the most aggressive and lethal of brain tumors. Its rapid proliferation, invasive
 growth, angiogenesis are the main factors that limit treatment and are therefore a major challenge to neuro-oncology,
 and the immunosuppression may be fundamental to dominant tolerance to the presence of the tumor. There are
 evidences that glial tumors may alter the profile of Th1-type immune response, inhibiting the synthesis of pro
 inflammatory cytokines and cytotoxic T cells by amplifying Th2 response. Our study investigated the in vitro effect on
 the viability, proliferation, and regulation of the alkaloid immunomodulating factors diidrocheleritrine (DHC), extracted
 from Zanthoxylum stelligerum in experimental models of human (U251MG and GL-15) and murine (C6) glioma cells.
 Methods and Results: We observed by the MTT assay, which measures mitochondrial function, and with the
 exclusion Trypan blue dye, a dose and time dependent decrease in the viability of C6 and U251MG cells from the
 concentration of 80 microM DHC and of GL-15 from 200 microM, demonstrating more resistance to the drug. However
 no significant toxicity was observed after treatment of murine cortical astrocytes. The type of cell death induced by
 DHC in C6 and U251MG cells was determined after Annexin V / propidium iodide labeling with about 10% of cell in
 apoptosis and less them 1% of cells in necrosis after 72 h of exposure to 100 microM DHC. The DHC cytostatic
 potential (100 microM) was also investigated by flow cytometry after Chromatin propidium iodide stain in of U251 cells,
 which accumulated in G2 / M phase of the cell cycle 24 h after treatment. In addition, as observed by CBA, U251MG
 cells secreted IFN-Υ, IL-10, IL-4, TNF, and IL-17 at low levels, between 1.2-4.2 pg/ml, and IL-6 at higher levels (about
 21.8 pg/mL). DHC induced up regulation of cytokine secretion of IL-6 that reaches levels of 31 pg/mL.
 Conclusion: Taken together, these results suggest that the alkaloid DHC has chimio-sensitizing action, ability to
 reduce cell proliferation and regulate molecules involved in signaling and immune response against gliomas, thus
 suggesting therapeutic potential.
 Supported by: CNPq, FAPESB, and CAPES
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ANTITUMORAL EFFECT ATTALEA SPECIOSA MESOCARP EXTRACT PRE-TREATED HUMAN TUMOR
 LINEAGE IN MURINE SPLENOCYTES IN VITRO.
 JOSEMAR GODINHO JUNIOR; CAROLINE COSTA ALMEIDA; ELZA MORAES ARAÚJO; GRACIOMAR
 CONCEIÇÃO COSTA; MAYARA CRISTINA PINTO; DIEGO ARRUDA LOPES; JULIANA LUCENA SANTOS; ANA
 KARLLA SANTOS SOUSA; LETICIA PEREIRA PONTES; FLAVIA RAQUEL DO NASCIMENTO; ANA PAULA
 AZEVEDO DOS SANTOS.
 UFMA, SÃO LUIS - MA - BRASIL.
 JOSEMAR MARCELINO FERREIRA GODINHO JUNIOR(PG)1:CAROLINE SILVA COSTA DE ALMEIDA
 1; ELZA
 MARIA MORAES DE ARAÚJO1; GRACIOMAR CONCEIÇÃO COSTA
 1; MAYARA CRISTINA PINTO
 1; DIÊGO DE
 SOUSA ARRUDA LOPES1; JULIANA LUCENA DOS SANTOS
 1; ANA KARLLA DOS SANTOS SOUSA
 1;LETÍCIA
 PRINCE PEREIRA PONTES1; FLÁVIA RAQUEL FERNANDES DO NASCIMENTO
 1; ANA PAULA S. AZEVEDO DOS
 SANTOS1.
 (1). Laboratório de Imunofisiologia / Departamento de Patologia / Centro de Ciências Biológicas e da Saúde /
 Universidade Federal do Maranhão, UFMA.
 Introduction: Imunoterapy is an important strategy for câncer treatment because could induce specific imunogenicity.
 Monoclonal antibodies has been used in neoplasias treatments and several models of antitumoral vaccines are under
 studies. The immunological adjuvants are vaccines components capable of increasing the immunogenicity and
 prolong the specific antigen. Studies show that the natural products could model the immune response and induce an
 antitumor response. Attalea speciosa (popular name: babassu) aqueous extract is rich in carbohydrate and induce
 the macrophages nitric oxide release, cytotoxic and immunomodulate response. This work was to evaluate the
 antitumor response in vitro murine splenocytes sensitized with human tumor line MCF7 pretreated with aqueous
 extract of babassu mesocarp.
 Methods and Results: The extract was obtained by maceration of the babassu mesocarp powder (BM) 20mg/mL in
 water during 24 hours and filtrated. Swiss mice (n=12) were sensitized on day 0, 5 and 15 with saline (control), extract
 (BM), tumor cells resuspended in saline (MCF7) and 1x105tumor cells resuspended in extract (MCF7+MB), by
 subcutaneous route. In the 16º day the animals were euthanized and the spleen was removed and triturated to obtain
 the splenocytes. These cells were incubated during 2 hours for separation of adherent and nonadherent cells. Non-
 adherent cells were phenotyped with anti-CD3, anti-CD4 and anti-CD8 and the adherent with anti-CD14, anti-Ly6G
 and anti-IA/IE. Non-adherent cells were maintained in co-culture with MCF-7 for 5 days at a ratio of 30:1 spleen cells
 to MCF7 tumor cells. After culture, the splenocytes were phenotyped with anti-CD3, anti-CD4 and anti-CD8, the tumor
 was labeled with annexin and propidium iodide. The frequency of I-A/I-E positive cells was higher in BM (31.40 ± 13.7)
 and BM+MCF-7 (48.15 ± 0:15) compared with control (11.0 ± 9.1), suggesting an increase of antigen presenting cells
 in the spleen. The frequency of lymphocytes T CD4+ and CD8+ were not different. However, after co-culture, the
 results showed that group BM + MCF7 has an increase in populations of CD4+ (27.5 ± 0.2) and CD8+ (47.7 ± 0.2) T
 cells compared with control (18.4 ± 4.4; 30.8 ± 10.7) and MCF7 (14.1 ± 1.45; 23.6 ± 6.2) respectively. The tumor cells
 showed more apoptotic cells in co-culture with splenocytes obtained from BM (44.3 ± 1.7) and BM + MCF7 (47 ± 0.7)
 groups when compared with the control (29.6 ± 5.0) and MCF7 (33.1 ± 2.8) alone.The necrosis was higher in tumor
 cells maintained with BM splenocytes (37.3 ± 1.1) compared with control (27.3 ± 3.5) and BM + MCF7 (46 ± 7)
 splenocytes compared with MCF7 (31.5 ± 4.3) and control (27.3 ± 3.5). These data suggest that pretreated with the
 MB improved antitumor cytotoxic response.
 Conclusion: The results showed that the BM extract increased antigen presentation cells and induce the tumor
 cytotoxic in vitro, suggesting an immunomodulatory effect capable of increase the antitumor immune response.
 Financial support: FAPEMA/CAPES/UFMA
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B-1 CELLS REDUCE TUMOR GROWTH AND METASTASES OF MAMMARY ADENOCARCINOMA CELLS IN AN
 IN VITRO CO-CULTURE MODEL
 RAFAEL PEDRO MADEIRA DA SILVA SOUZA1; ELIZABETH CRISTINA PÉREZ HURTADO
 2; MARIA FERNANDA
 LUCATELLI LAURINDO3; LIKA OSUGUI
 4; ALEXANDRE DE CASTRO KELLER
 5; JOSÉ DANIEL LOPES
 6.
 1,3,4,5,6.UNIVERSIDADE FEDERAL DE SÃO PAULO, SÃO PAULO - SP - BRASIL; 2.UNIVERSIDADE PAULISTA,
 SÃO PAULO - SP - BRASIL.
 Introduction: B-1 cells are a subpopulation of B lymphocytes characterized by the phenotype IgDlow
 IgMhigh
 CD23-
 CD19+CD11b
 +, great production of IL-10 and self-renewal. It has been shown by our group that, B1 cells interact
 physically with B16 murine melanoma cells, in vitro, inducing increase both in their metastatic potential as ERK
 phosphorylation levels. However, the role of B1 cells in tumor progression and metastases of mouse
 adenocarcinomas remained an object of study. Thus, the aim of this work was to investigate the role of B1 cells in the
 growing and metastases of mouse mammary adenocarcinoma cells.
 Methods and Results: 4T1 cells alone or after co-cultivation with B-1 cells were injected in the mammary region of
 wild type and Xid BALB/c mice. Tumor growth was periodically monitored and, after 30 days, mice were sacrificed to
 investigate lung and liver metastases. In addition, expression of total and phospho-ERK were evaluated by western
 blot in total extracts of 4T1 cells alone or co-cultivated with B-1 cells. Results demonstrated that mice injected with
 4T1 cells alone presented faster tumor growth rate and superior number of metastatic nodules in the lungs than mice
 injected with 4T1 cells previously co-cultivated with B-1 cells. Moreover, western blot analyses showed that total
 extracts of 4T1 cells alone had higher levels of phosphor ERK that extracts of 4T1 cells previously co-cultivated with
 B-1 cells.
 Conclusion: These results suggest that the in vitro interaction between 4T1 and B-1 cells reduced tumor growth and
 metastases of mammary adenocarcinoma cells, maybe by down-regulation of ERK phosphorylation.
 Financial support: FAPESP.

Page 8
                        

BCG ∆LEUD/AG85B REGULATES APOPTOTIC GENES EXPRESSION AND SECRETION OF CYTOKINES IN
 UROTHELIAL CELLS
 KARINE RECH BEGNINI; HELENA THUROW; EDUARDA SCHULTZE; CAROLINE LUCAS; CAROLINE RIZZI;
 PRISCILA MARQUES LEON; ODIR DELLAGOSTIN; VINICIUS FARIAS CAMPOS; TIAGO COLLARES; FABIANA
 KÖMMLING SEIXAS.
 UNIVERSIDADE FEDERAL DE PELOTAS, PELOTAS - RS - BRASIL.
 Introduction: The immune system is an important player in the treatment of non-muscle invasive bladder cancer
 (NMIBC). Bacillus Calmette-Guerin (BCG) is one of the great success stories of immunotherapy as a treatment for
 NMIBC mainly due to its ability to activate the immune system. Although it has been used for more than 3 decades,
 the antitumor mechanisms following BCG instillations remain largely unknown. The high incidence of non-responder
 diseases has led to efforts to improve the therapy and recombinant strains have shown capacity to benefit the efficacy
 of therapy for NMIBC both in vitro and in vivo. We evaluated the ability of BCG ∆leuD/Ag85B strains to trigger cytokine
 production and the capacity to induce apoptotic genes in urothelial bladder cancer cell line (5637).
 Methods and Results: rBCG strain is auxotrophic for the leucine amino acid and was generated by incorporation of
 an expression plasmid encoding the mycobacterial antigen Ag85B into BCG ∆leuD strain. The genes expression
 profiles (iNOS, TNF-α, IL-12 and IL-6 for cytokines, and caspase 3, caspase 8 and bax for apoptosis) were evaluated
 by qRT-PCR using 1 μg of RNA after 48 h of treatment. Real time PCR reactions were run on a Stratagene Mx3005P
 Real-Time PCR System (Agilent Technologies) using SYBR Green PCR Master Mix (Applied Biosystems). All
 observations were validated by at least three independent experiments in triplicates for each experiment and the data
 were expressed as the mean ± SEM. Results showed that BCG ∆leuD/Ag85B increases apoptotic gene expression
 profiles in 5637 cell line when compared to the control group (no treatment). No differences between control group
 and BCG ΔleuD/Ag85B treatment were observed for iNOS, IL-6 and IL-12 gene expression. Moreover, BCG
 ∆leuD/Ag85B shows a tendency to improve the TNF-α triggering, which is the primary cytokine mediator of the cell
 death program triggered by BCG-stimulated neutrophils, and which is able to inhibit tumorigenesis.
 Conclusion: The overall results suggest that BCG ∆leuD/Ag85B may directly induce cell death by apoptosis in
 bladder cancer cells in vitro and TNF- α triggering may suggest immune system activation.
 Further studies are necessary to understand the real potential of BCG ∆leuD/Ag85B in immune system activation as in
 vitro and in vivo.
 Financial support: This work was supported by the Brazilian funding agencies: CAPES, CNPq and FAPERGS.
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BLOCKADE OF CTLA-4 PROMOTES DEVELOPMENT OF EFFECTOR CD8+ T LYMPHOCYTES AND THE THERAPEUTIC EFFECT OF VACCINATION WITH AN ATTENUATED PROTOZOAN EXPRESSING NY-ESO-1
 LUARA ISABELA DOS SANTOS
 1; BRUNO GALVAO FILHO
 2; PAULA CRISTINA BATISTA FARIA
 3; CAROLINE
 JUNQUEIRA4; MIRIAM SANTOS DUTRA
 5; SANTUZA R. TEIXEIRA
 6; MAURICIO MARTINS RODRIGUES
 7; GERD
 RITTER8; DOUGLAS T. FEARON
 9; LIS R. ANTONELLI
 10; RICARDO TOSTES GAZZINELLI
 11.
 1,2,4,5,6,11.UFMG, BELO HORIZONTE - MG - BRASIL; 3,10.FIOCRUZ, BELO HORIZONTE - MG - BRASIL; 7.UNIFESP, SAO PAULO - SP - BRASIL; 8.LICR, NEW YORK - ESTADOS UNIDOS; 9.UNIVERSITY OF CAMBRIDGE SCHOOL OF CLINICAL MEDICINE, CAMBRIDGE - REINO UNIDO. Introduction: The development of immunotherapy for cancer has long been a challenge. Although multiple clinical trials have resulted in the development of measurable immune responses only a minority of patients has experienced clinical benefit, such as tumor regression. The use of a transgenic attenuated Trypanosoma cruzi strain (CL-14) as a vaccine vector expressing the cancer testis.antigen NY-ESO-1 (CL-14-NY-ESO-1), proposed by our group, was able to prevent tumor growth in a vaccine model. In the current study, we propose elucidate the mechanisms involved in tumor inhibition afforded by vaccination with transgenic parasite and explore their therapeutic potential. Methods and Results: Mice immunized with transgenic parasite were challenged with melanoma cell line B16-NY-ESO-1 and the tumor growth was scored by measuring perpendicular diameters. Here we report that CL-14-NY-ESO-1 induces both memory effector and effector CD8
 + T lymphocytes that efficiently prevent tumor development. Additionally, the better
 prognosis correlates with the high production of cytokines IFN-γ and IL-2 and the presence of greater numbers of specific cells against tumor including cells with cytotoxic profile. However, the therapeutic effect of such vaccine is rather limited. To increase T cell response induced by transgenic parasite we propose, in therapeutic protocol, the blockade of inhibitory signals mediated by Cytotoxic T Lymphocyte-associated Antigen 4 (CTLA-4). The results show the enhanced of the frequency of NY-ESO-1-specific effector CD8
 + T cells producing IFN-γ, and promote lymphocyte
 migration to the tumor infiltrate. As a result, therapy with CL-14-NY-ESO-1 associated with anti-CTLA-4 is highly effective in controlling the development of an ongoing melanoma. Conclusion: This study showed that the stimulation of the immune system employing a transgenic parasite in combination with the neutralization of CTLA-4 increases the response effector providing control of melanoma growth and improving the survival of mice. Financial support: LICR, INCTV, CNPq, FAPEMIG, FIOCRUZ
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CARACTHERIZATION OF SIGNALING PATHWAYS IN CERVICAL TUMORS
 RENATA ARIZA MARQUES ROSSETTI; SIMONE CARDOZO STONE; NOELY PAULA CRISTINA LORENZI; ANA
 PAULA LEPIQUE.
 INSTITUTE OF BIOMEDICAL SCIENCES, SAO PAULO - SP - BRASIL.
 Introduction: Human Papillomavirus (HPV) infection is the main cause for cervical cancer and a percentage of other
 anogenital and oropharyngeal tumors. It is well known that HPV associated tumors, as many others, recruit leukocytes
 and modulate their phenotype, as an evasion mechanism. In this manner, antigen presenting cells may induce
 regulatory T cell responses, inhibiting anti-tumor activity. However, we do not understand the complete mechanisms
 by which these steps take place. Understanding these mechanisms will help the design of tools for immune therapy.
 Modulation of the inflammatory infiltrate in tumors has been investigated as a potential anti-tumor tool. To modulate
 the phenotype of these cells, one must understand the effects of the tumor microenvironment, which is heterogeneous
 and provides chronic signals. The objective of this project is to characterize the state of activation of key signaling
 pathways in cell survival, proliferation and antigen presentation in the inflammatory infiltrate of cervical tumors.
 Methods and Results: We used the murine HPV16 tumor model TC-1 as well as biopsies from patients with in situ or
 invasive cervical carcinomas and adenocarcinomas. In both cases, tumor single cell suspensions were stained with
 leukocyte markers, fixed, permeabilized, stained with antibodies against total and phosphorylated signaling proteins,
 and finally analyzed by flow cytometry. Our data shows that Akt, an effector protein in the PI3K pathway, is
 constitutively phosphorylated, therefore activated, in the CD45+ tumor population, while NFkB (p65) is constantly
 inactivated.
 Conclusion: Our results indicate that tumor leukocytes may be poor antigen presenting cells, due to NFkB inactivity,
 which also coincides with IL-12 and co-stiulatory molecules lack of expression. On the other hand, they are capable of
 survival within the tumor microenvironment, possibly due to Akt constitutive activity. In cervical cancer patients,
 leukocytosis is considered a poor prognostic factor and our results may explain part of this mechanism.
 Financial support: RAMR has a FAPESP fellowship number 2011/11121-8.
 .
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CCL3 DELETION PROTECTS MICE FROM ORAL SQUAMOUS CARCINOGENESIS INDUCED BY 4-
 NITROQUINOLINE 1-OXIDE
 JANINE MAYRA SILVA1; CELSO MARTINS QUEIROZ-JUNIOR
 2; ALINE CARVALHO BATISTA
 3; REMO DE
 CASTRO RUSSO4; LUANNY SOUTO DE BARROS SILVA
 5; MAURO MARTINS TEIXEIRA
 6; TARCÍLIA APARECIDA
 SILVA7.
 1,2,4,5,6,7.UFMG, BELO HORIZONTE - MG - BRASIL; 3.UFG, GOIÂNIA - GO - BRASIL.
 Introduction: Oral Squamous Cell Carcinoma (OSCC) is an important cause of morbidity and mortality worldwide.
 The presence of a peritumoral inflammatory milieu has been considered to play a critical role in tumorigenesis. The
 chemokine MIP-1α/CCL3 displays a diversity of roles that may contribute to worse prognosis in oral
 carcinogenesis. Objective: The aim of this study was to evaluate the role of CCL3 chemokine in 4-nitroquinoline-1-
 oxide (4NQO)-induced oral carcinogenesis. Methods: C57BL/6 (WT), CCL3 (CCL3-/-
 ) and CCR1 (CCR1-/-
 ) deficient
 male mice were treated with 4NQO in drinking water at 50 µg/ml during 28 weeks. Their tongues were collected for
 macroscopic, histopathological and immunohistochemical analysis. Tongue tumors were also collected for
 ELISA. Results: Our results showed a significantly higher incidence of tumors in tongue of WT and CCR1-/-
 in
 comparison with CCL3-/-
 -treated mice. Consistently, microscopic analysis demonstrated a pronounced cytological
 atypia and significant increase of the proliferative index in the WT and CCR1-/-
 -treated groups. The concentration of
 CCL3, TNF-α, CCL5 and CCL11 was significantly enhanced after 4NQO treatment, but CCL3-/-
 -treated mice showed
 lower TNF-α levels compared with WT. Conclusion: In conclusion, these data may suggest a protective effect of
 CCL3 deletion in oral tongue carcinogenesis which may be associated with local changes in TNF-α production and
 with CCL3/CCR5 axis.
 Support by: CNPq, CAPES and FAPEMIG.
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CHARACTERIZATION OF A NOVEL INFLAMMATORY INHIBITOR USING DIFFERENT TUMOR AND
 INFLAMMATORY CELL MODELS
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 Introduction: Inflammatory diseases have very severe effects on healthcare worldwide, therefore development of
 novel inflammatory pathway specific inhibitors would be a great value. Protein kinase D1 (PKD1) is a member of a
 serine/threonine kinase family that plays a significant role in different physiologically relevant basic biological
 processes and implicated in the pathogenesis of inflammatory diseases amongst others.
 Methods and results: In the present study, we aimed to develop small molecular inhibitor which could efficiently
 inhibit both PKD1 and pathological inflammatory pathways including PKD1. At first, we selected efficient PKD1
 inhibitors from a kinase specific molecule library using recombinant kinase assay. We characterized our best inhibitor
 analyzing IC50 value and selectivity panel. In the latter we recognized VEGFR2 as a secondary target kinase besides
 PKD1. Then we tested the effect of the inhibitor on different functional cell based models. In endothelial cells, PKD1
 can be activated by VEGFR2 signaling which pathway has a critical role in angiogenesis and related inflammatory
 diseases. Treatment of endothelial cells with the inhibitor could effectively decrease cell proliferation in low micromolar
 range. In the same cells the inhibitor effectively blocked VEGF or phorbol ester stimulated PKD1 activation, and it was
 also efficient inhibitor of in vitro angiogenesis in wound healing and tube formation assays. Moreover, in vitro
 neutrophil study showed the inhibitor could diminish specifically the TNF-Fibrinogen and the immune-complex
 stimulated neutrophil activation.
 Conclusion: We have identified a novel inhibitor, which could effectively blocks angiogenic and inflammatory
 pathways in endothelial and neutrophil cell models.
 The research leading to these results has received funding from the European Community's Seventh Framework
 Programme [FP7-2007-2013] under grant agreement HEALTH-F4-2011-282095, and the Hungarian National
 Development Agency’s KMR-0074 grant.
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CHARACTERIZATION OF THE INFLAMMATORY INFILTRATE IN HUMAN PAPILLOMAVIRUS ASSOCIATED
 CERVICAL LESIONS
 KARLA LUCÍA ALVAREZ1; RENATA ROSSETTI
 2; MARICY TACLA
 3; MARIANA BELDI
 4; HAYDÉE BARBOSA
 5;
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 2,11.UNIVERSIDADE DE SÃO PAULO, SÃO PAULO - SP - BRASIL; 3,4,5,6,7,8.HOSPITAL DAS CLÍNICAS, SÃO
 PAULO - SP - BRASIL; 9.UNIVERSIDADE DE SÃO PAULO, ICESP, UNIVERSIDADE FEDERAL DE SAO PAULO,
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 Introduction
 Cervical cancer is the second cause of women mortality in the world. Human Papillomavirus (HPV) is
 responsible for virtually all cervical cancer cases. The natural history of cervical cancer includes cell progression from
 productive infections to low to high grade lesions and invasive carcinoma. Immune responses are essential for
 controlling infections and HPV associated lesions. However, persistent viral infection is possible due to the evasion
 mechanisms triggered by viral proteins in the host´s cells, modulating the leukocytes that reach the lesion
 microenvironment and possibly displaying systemic effects. The phenotype and role of these leukocytes are not well
 established. Similarly, the relationship between lesion microenvironment and antigen presentation in the periphery are
 also poorly understood.
 The objective of this project is to characterize the inflammatory infiltrate and potential of antigen presentation from
 mononuclear cells from patients with low grade and high grade cervical lesions and cervical cancer.
 Methods and Results
 Enrolled patients were attended in the Gynecological Ambulatory at Hospital das Clinicas in Sao Paulo, Brazil. We are
 collecting cervical biopsies and peripheral blood from 20 patients with lesions correspondent to the categories
 mentioned above. Biopsies were processed into single cell suspensions that were labeled with antibodies against
 leukocyte cells and analyzed by flow cytometry. We also saved material for histology and HPV typing. PBMCs were
 isolated for dendritic cell differentiation and allogeneic T cell stimulation.
 Our results showed that lesions were infiltrated by mixed leukocyte populations. The most frequent populations were
 CD8 and CD4 T cells, which were present in the 100% and 92% of the samples, respectively. CD16+ myeloid cells
 were present in the 85% of the samples. Most of these cells seemed to be granulocytes (CD16+CD86-CD206-CD14-),
 which increased in frequency within the lesion as lesions progressed to higher grades, contrary to the dendritic cell
 population, which decreased. We also observed type 1 macrophages in 77% and type 2 macrophages in 44% of high
 grade samples.
 Conclusions
 We have shown a mixed leukocyte infiltrate in these lesions, which vary in frequency as lesions progress from low to
 high grade. We believe our study will contribute to identify the role of inflammation in cervical cancer progression.
 Financial support: This project is supported by FAPESP grants.
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DENDRITIC CELLS AND T LYMPHOCYTES INTERACTIONS IN A NOVEL 3D ENVIRONMENT
 KAREN STEPONAVICIUS CRUZ; VANESSA MORAES FREITAS; JOSÉ ALEXANDRE MARZAGÃO BARBUTO.
 ICB-USP, SAO PAULO - SP - BRASIL.
 Introduction: Dendritic cells (DCs) are the major antigen-presenting cells and are able to initiate immune responses
 in situations of change in homeostasis through the activation of T lymphocytes. The understanding of DCs-
 lymphocytes interaction in conventional 2D co-cultures remarkably improved, but with certain limitations. To better
 understand the interactions between these DC and the different T lymphocytes populations, we are developing a 3D
 culture system. Methods and Results: Monocytes of healthy donors were purified from PBMCs by magnetic beads
 selection and induced to differentiate into DCs by treatment with GM-CSF and IL-4. Maturation of monocyte-derived
 DCs was initiated by addition of TNF-alpha for 48 hours (48h-activated DCs) or 2 hours (2h-activated DCs) before
 analysis. DCs (0h-DCs) were generated for 7 days in the absence of a maturation stimulus. Our results show that the
 processes of differentiation and maturation used in this work were effective in producing DCs. Then, allogeneic T
 lymphocytes were purified from PBMCs by magnetic beads selection and were co-cultured for 17 hours in the 3D
 Biotek scaffold, at 37°C. These scaffolds are made from polystyrene and have a thickness of 600 μm, fibers of 150 μm
 and pores of 200 μm. In this system, the duration of the interactions between allogeneic T lymphocytes and 0h-DCs
 had an average of 43 minutes; the interactions between 2h-activated DCs and 48h-activated DCs with allogeneic T
 lymphocytes had an average of 111.42 minutes and 138.66 minutes, respectively. Furthermore, the average motility of
 T lymphocytes that interacting with 0h-DCs, 2h-activated DCs and 48h-activated DCs were of 0.2116µm/minutes,
 0.2951µm/minutes and 0.3731µm/minutes, respectively. Also, we analysis the motility of no-interacted T lymphocytes
 with any DC in groups 0h-DCs, 2h-activated DCs and 48h-activated DCs were 0.3554µm/minutes, 0.3526 µm/minutes
 and 0.5168µm/minutes. Conclusions: These data indicate that this 3D Biotek scaffold enables interactions between
 DCs at different stages of maturation and lymphocytes and may be useful for the characterization of these
 interactions, the cellular subtypes and patterns of response induced by these interactions. Financial
 Support: FAPESP (2010/18139-7; 2009/54599-5; CNPq).
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DOWN-REGULATION OF THE CHEMOKINE DECOY RECEPTOR D6 UNLEASHES KAPOSI’S SARCOMA
 GROWTH
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 Introduction: D6 is an atypical chemokine receptor acting as a decoy and scavenger for inflammatory CC
 chemokines. Consistent with its restricted expression on lymphatic endothelial cells, D6 expression was observed on
 Kaposi’s sarcoma (KS) spindle cells, which have lymphatic origin.
 Methods and results: When analyzed in a longitudinal cohort of KS patients, D6 expression levels inversely
 correlated with KS aggressiveness as rapidly progressing lesions has significant higher levels as compared to slowly
 progressive lesions. To investigate the impact of D6 expression on KS biology, a KS-derived cell line was
 reconstituted for D6 expression and injected in nude mice. D6-expressing tumors presented decreased angiogenesis
 and growth rate, and reduced infiltration of neutrophils and macrophages. Macrophage adoptive transfer increased the
 growth rate of D6-competent neoplasms, and inhibition of monocyte recruitment by CCR2 blockade reduced
 macrophage infiltration and growth of D6-incompetent tumors. Both in the preclinical model and in human KS lesions
 low levels of D6 are associated not only with an increased macrophage infiltrate, but also with their skewing toward an
 M2-like proangiogenic phenotype. Furthermore D6 expression is negatively controlled by constitutive activation of the
 KRas/B-Raf/MAPK pathway that in the KS derived cell line is due to B-Raf oncogenic mutation.
 Conclusion: These results indicate that during KS progression activation of the B-Raf pathway downregulates D6
 expression, which unleashes chemokine-mediated macrophage recruitment and acquisition of an M2-like phenotype.
 Targeting B-Raf and/or CCR2 should be considered as a therapeutic option for KS patients.
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ESTABLISHMENT OF AN ORTHOTOPIC MODEL FOR STUDY OF IMMUNE RESPONSES TO HPV ASSOCIATED
 TUMORS
 ALEIDA LIMA; RENATA ROSETTI; ANA PAULA LEPIQUE.
 USP, SÃO PAULO - SP - BRASIL.
 ESTABLISHMENT OF AN ORTHOTOPIC MODEL FOR STUDY OF IMMUNE RESPONSES TO HPV ASSOCIATED
 TUMORS
 ALEIDA MARIA DA SILVA LIMA (1)
 , RENATA ROSSETTI MARQUES (1)
 , ANA PAULA LEPIQUE(1)
 (1) Laboratory of Immunomodulation, Department of Immunology, Institute of Biomedical Sciences, University of São
 Paulo.
 Introduction: Cervical cancer is the second most common cancer in women worldwide and is the first cancer shown
 to have a virus as its principal etiological factor, the Human Papilomavirus (HPV). Previously, we showed that the
 murine HPV tumor, TC-1, is infiltrated mainly by CD45+CD11b+F4/80+Arginase1+ macrophages (TAM). TAM is
 important for the immune evasion mechanisms, secreting IL-10 and inducing regulatory T cell phenotype. We have
 also observed that tumor bearing mice display a significant increase in leukocyte populations in the bone marrow,
 spleen, and lymph nodes. Although many of our results are also observed in patients, we have used until now
 subcutaneous injection of TC-1 cells. The genital tract has a difuse mucosal associated tissue with specific
 characteristics that may influence the host´s responses to tumor cells, being these tolerance or anti-tumor responses.
 The objective of this project is to growth TC-1 tumors from cells instilled in C57Black/6 female mice to mimic an
 environment closer to tumors that progress from natural infections.
 Methods and Results: TC-1 cells were transfected with the MSCV Luciferase PGK-hygro vector carring the
 Luciferase gene to generate cells that express Luciferase allowing us to study tumor growth within the mice genital
 tract in live mice using the IVIS system. We have successfully generated the TC-1/LUC cell line from the transfected
 TC-1 cells. These cells generate tumors when injected subcutaneously in C57Black/6 mice. Analysis of tumor cells
 suspensions and leukocyte populations from primary and secondary lymphoid organs of mice injected with TC-1/LUC
 or parental TC-1 cells by antibody staining and flow cytometry showed no significant differences between mice
 injected with these cell lines, indicating that the TC-1/LUC model has the same characteristics as the parental cell line.
 Importantly we were able to detected Luciferase activity in TC-1/LUC cells in vitro and in vivo using the IVIS system.
 Conclusions: We have successfully created a cell line that will be used in an orthotopic tumor mouse model for
 characterization of immune responses to HPV associated tumors in the genital tract microenvironment.
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EXPECTED AND PREVIOUS UNREPORTED EFFECTS OF IFN- ON NORMAL AND TUMOR CELLS
 RENATA CHAVES ALBUQUERQUE; ANA CAROLINA RAMOS MORENO; ARIANE RIVELLIS JULIO; RENAN
 ORSATI CLARA; JANINE COIMBRA BAPTISTA; ALEXANDRE FROES MARCHI; ERNANI PINTO; SILVYA STUCHI
 MARIA-ENGLER; ANA CAMPA.
 UNIVERSITY OF SÃO PAULO, SÃO PAULO - SP - BRASIL.
 Introduction: Most of the effects of IFN-g on cells are well known such as metabolic alterations, cell cycle arrest and
 apoptosis, pattern of antigens expression and inhibition of angiogenesis. Among the metabolic alterations, the
 induction of indoleamine-2, 3 dioxygenase -1 (IDO-1) expression is notable. In this study, we identified the effect of
 IFN-g on the production of cytokines, HLA-DR and HLA-ABC antigen expression, cell viability and clonogenicity on
 melanoma and glioma lines. Furthermore, we have done analysis on the effect of IFN-g on metabolic pathways able to
 metabolize and synthetize indole compounds. These pathways included the enzymes IDO-2, TDO, TPH-1, AANAT,
 HIOMT, DDC and INMT in human normal cells (fibroblast, keratinocytes and melanocytes) and tumor cells
 (melanomas and gliomas).
 Methods and Results: The cytokines TNF-a, IL-1b, IL-12, IL-6, IL-8 and IL-10 were measured in 24h supernatants of
 cells. IFN-g only affected the production of IL-6 and IL-8 in some tumor cells. Expressions of membrane antigen were
 also induced. Although IFN-g did not affected cell viability and cell cycle in 24h, it caused a complete loss in
 clonogenicity. Although the effect of IFN-g on IDO-1 was massive, smaller modifications can also be observed on
 IDO-2 and TDO mRNA expression. For instance, using a specific inhibitor, it was possible to observe that TDO
 contributed to almost 50% of the pool of kynurenine produced in some of cells studied. Fluctuations in the expression
 of TPH-1, AANAT, HIOMT, DDC and INMT were also observed.
 Conclusion: We described the effects of IFN-g on the expression of enzymes involved in the metabolism and
 synthesis of biological active indole compounds that may be related to some of its local and systemic effects.
 Financial support: FAPESP, CAPES and CNPq
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HIGH-FAT DIET INDUCES AN INCREASE IN THE GROWTH AND METASTASIS OF 4T1 MAMMARY
 CARCINOMA IN BALB/C FEMALE
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 Introduction: Obesity is a public health problem with epidemic proportions in many countries. (Lancet 377: 557-567,
 2011). Recent data suggest association between increase body mass and cancer development, mainly pancreatic and
 prostate, among others. Obesity is also correlated with breast cancer in postmenopausal women. Uncontrolled
 metastatic is the leading cause of death observed in this disease (Nat. Rev. Cancer 11 (12): 886-95, 2011). Changes
 in lifestyle, including dietary habits can alter the course of tumor development, thus, is important to investigate the
 association among high fat diet and breast cancer growth and metastasis to a better understanding the impact of high
 fat diet in diseases such as tumors. In this work, we have investigated the potential of developing breast cancer and
 metastases in mice submitted to different periods of a high fat diet.
 Methods and Results: 4-week-old female BALB/c mice were fed a high-fat diet (HFD) (60% kcal fat) or control diet
 (10% kcal fat) for 6 or 16 weeks. After this period, 4T1 mammary carcinoma cells were injected into the inguinal
 mammary fat pads of mice that continued fed the same diet. After 14, 17 and 30 days of tumor injection, the weight of
 perigonadal fat, volume and tumor weight and the number of metastatic clones in the iliac bone and draining lymph
 node were determined. Our results showed that the HFD, receiving diet for 16 weeks as the fed for 6 weeks showed
 significant differences in body weight (24.66±1.69 and 29.05±4.18; 21.84±1.28 and 23.90±2.57, respectively) (n=25).
 The weight of perigonadal fat in the two periods of diet also was significantly different, indicating a frame of obesity of
 these animals (control 0.319±0.046 and HFD 1.129±0.318; control 0.371±0.043 and HFD 1.478± 0.4315; 6 and 16
 weeks, respectively) (n=4). The weight and tumor volume were higher in mice fed HFD for 16 weeks on day 30
 (0.627±0.299 and 1.055±0.134) (n=4), although the animals fed HFD for 6 weeks have also presented a slight
 increase in weight and volume of the tumor. A higher number of metastatic clones was observed in animals with HFD
 for 16 weeks on day 30 (26± 2.65 and 33±2.19) (n=4). These clones also showed increased in the draining lymph
 node of all HFD mice.
 Conclusion: High fat diet is able to induce an overweight with adipose tissue expansion and these alterations are
 direct related to increase in weight, volume and metastasis of experimental breast tumor.
 Financial Support: FAPEMIG, CAPES and CNPq
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HPV16 ASSOCIATED TUMOR EXERTS SYSTEMIC EFFECTS IN THE HOST
 SIMONE CARDOZO STONE; RENATA ARIZA MARQUES ROSSETTI; ANA PAULA LEPIQUE.
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 Introduction: Tumors are complex structures composed by different cell types and molecules. Tumor
 microenvironment promotes tumor growth, progression and maintenance by cell-cell interactions and secretion of
 molecules that can act locally and systemically. The systemic effects can also lead, in some cases, to metastasis and
 leukocytosis. In cervical cancer patients, leukocytosis is considerable a poor prognostic factor. Others and we have
 shown accumulation of myeloid cells in the spleen of HPV16 associated tumor bearing mice. This could be due to
 increased cell proliferation, recruitment or survival, or a combination of two or more of these factors. To best
 understand this phenomenon, the objective of this study was to investigate the systemic effects of HPV16 tumors in
 host mice.
 Methods and results: TC-1 cells (HPV16 positive) were injected into C57 Black/6 mice in which we evaluated cell
 proliferation and accumulation in tumor and lymphoid organs. Our results showed that macrophages proliferate in the
 tumor site and there is a significant increase in proliferation of macrophages (CD11b+F4/80
 +) and CD11b
 +Gr1
 low in the
 spleen of tumor bearing mice in comparison to control mice. Proteome array analyses showed expression of IL-6, IL-
 3, G-CSF and CCL2 in tumor cells, as well as IL-10, IL-5 and again CCL2 in tumor macrophages. Besides, there was
 also an increase of expression of different factor such as IL-1ra, CCL2, CXCL1 in the spleen of tumor bearing mice.
 These factors contributed to the differentiation of T regulatory cells from T cells from naïve donors transplanted into
 tumor bearing mice.
 Conclusion: Tumor induces systemic effects in the host, inducing myeloid cell proliferation and creating an
 environment that favors regulatory T cell expansion.
 Financial support: SCM had a CAPES fellowship through the Department of Immunology graduation program. The
 project was supported by FAPESP 10/20010-2 and 08/03232-1.
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IMMUNOLOGICAL APTITUDE OF DENDRITIC CELL-TUMOR CELL HYBRIDS
 MARIANA PEREIRA PINHO; PATRICIA CRUZ BERGAMI-SANTOS; JOSÉ ALEXANDRE MARZAGÃO BARBUTO.
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 Introduction: Dendritic cell-tumor cell hybrids are being explored as a strategy for tumor immunotherapy as they
 would, theoretically, express MHC class I molecules from both dendritic and tumor cell origin and could present tumor
 antigens with the appropriate costimulation to induce T cell activation. However, the clinical outcome of these
 vaccines, although quite satisfying, is far beyond the expected. So, the aim of this work was to evaluate, in vitro, the
 immunological potential of those hybrids since it was not widely described yet.
 Methods and Results: Monocytes from peripheral blood of healthy donor were differentiated into mature dendritic
 cells (mDCs) by culture, for seven days, in the presence of GM-CSF, IL-4, and, in the last two days, TNF-α. To
 generate the hybrids, mDCs were mixed with cells from the breast cancer cell line MDA-MB-231, aligned in an
 inhomogeneous electric field and fused by applying an electric pulse. The percentage of cells expressing both the
 tumor antigen Her2 and the mDC marker CD11c significantly increased after the pulse (Mix: 2.4 ± 0.5; Fusion: 13.2 ±
 3.0; p<0.0001; n=8). The hybrids also had higher expression of MHC class I molecules as measured by the median
 fluorescence intensity of HLA-ABC (Mix: 17.8 ± 3.4; Fusion: 33.2 ± 7.2; p<0.05; n=4). The increased expression of
 MHC class I molecules in the hybrids was due to the co-expression of HLA-ABC from both cell types, as
 demonstrated by incubating each cell with an anti-HLA-ABC antibody conjugated with a different fluorochrome prior to
 fusion. Hybrids also expressed high levels of the molecules CD40, CD83, CD80 and CD86. T cell proliferation and
 phenotype were evaluated after 5 days of co-culture of autologous T lymphocytes with hybrid cells or mix. When
 compared to the mix, the hybrids induced the same percentage of T cells positive to Foxp3 and T-bet but a higher
 percentage of GATA-3 positive T cells. Hybrids also induced a lower percentage (15.3%) of T cells expressing the
 negative regulatory protein PD-1 then the mix (18%). However, the percentage of T cells with diluted CFSE and CD25
 expression was lower in the group stimulated by the fusion.
 Conclusion: Dendritic cell-tumor cell hybrids are phenotypically competent to present antigens to T cells with the
 presence of costimulatory molecules and are able to prime T cells although inducing lower T cell proliferation.
 Financial support: FAPESP.
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IMMUNOMODULATORY AND ANTICANCER ACTIVITY OF PHTHALIMIDE MOLECULES
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 Introduction: Currently, small immunomodulating analogues of thalidomide (Thl), such as phthalimides, have
 received much attention.
 Methods and Results: Two phthalimides [2a: 1-(1,3-dioxo-3a,4-dihydro-1H-isoindol-2 (3H-7H-7aH)-yl) urea and 2c:
 1-(1,3-dioxo-3a,4-dihydro-1H-isoindol-2 (3H-7H-7aH)-yl) thiourea] were tested as immunomodulatory and anticancer
 agents. Cultured spleen cells from Balb/c mice with each compound (20 μM) plus concanvalin A (Con A, 5 μg/mL,) or
 lipopolysaccharide (LPS, 5 μg/mL, proliferation prompters) were analyzed in relation to interleukin-2 (IL-2), IL-10 and
 nitric oxide (NO) production and lymphocyte proliferation. Thalidomide was used as reference drug (20 μM). Only
 phthalimide 2b decreased IL-2 levels (50%, P<0.05). Generation of NO was reduced, though it has occurred
 decreasing in IL-10 levels (30–57%) in relation to cells treated with LPS only, while suppression of IL-10 by Thl was
 70% (P<0.05). In vivo antitumor effects were intraperitoneally performed in Sarcoma 180 transplanted Swiss mice
 (50mg/kg/day for 7 days). Both analogues (2a, 2b) and thalidomide reduced tumor growth (67.9, 67.4 and 53.5%,
 respectively) (P<0.05). Antiangiogenic activity was evaluated by immunostaining of intratumor endothelial cells with
 anti-CD-31 and chorioallantoic membrane assay in chicken embryos. Compounds 2a and 2b at 5mg/mL, but not Thl,
 diminished the number of vessels (12.9 ± 2.3 and 14.8 ± 3.3% of inhibition respectively). Imunohistochemistry studies
 displayed reduction of microvessels only in 2a- and 2b-treated groups (2.7 ± 0.1 and 4.1 ± 1.5 mm2) when compared
 to the negative control (7.8 ± 0.6 mm2, P<0.05).
 Conclusion: Phthalimides revealed antitumor action probably by activation of immunomodulatory and antiangiogenic
 effects.
 Financial support: CNPq and FUNCAP

Page 22
                        

IMMUNOMODULATORY EFFECTS OF JACALIN ON DIFFERENT STAGES OF EXPERIMENTAL COLON
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 Introduction: Colorectal cancer (CRC) is a highly prevalent disease, which is associated with considerable mortality
 and morbidity rates. Populations of immune cells infiltrate to the developing tumor site and establish the tumor
 inflammatory microenvironment. Reciprocal interactions between neoplastic cells and their surrounding
 microenvironment determine the tumor progression. Depending on the composition of infiltrating cell population and
 the stage of tumor development, inflammation can foster or inhibit cancer development. Colorectal cancer represents
 a paradigm for these connections. Altered glycosylation is a universal feature of cancer cells and these alterations,
 which include increased expression of the TF antigen, are commonly present in the neoplastic colonic epithelium. The
 lectin jacalin recognizes TF antigens and inhibits the proliferation of human colon cancer cells. In this study, using a
 mouse model of colon carcinogenesis induced by Methyl-N’-Nitro-N-Nitroso-Guanidine (MNNG), we examined the
 effects of jacalin on different stages of carcinogenesis.
 Methods and Results: C57/BL6 or Balb/c mice were given 4 intrarectal deposits of 0.1 ml solution of Methyl-N’-Nitro-
 N-Nitroso-Guanidine (5 mg/ml) twice a week for 2 weeks. Jacalin treatment started 2 weeks before, or 24 weeks after
 carcinogen administration, and the lectin was administered orally (0.5 and 5µg/animal) twice a week for respectively
 10 or 4 weeks. In all stages of carcinogenesis, jacalin treatment increased apoptosis and reduced proliferation of
 colonic/tumor cells. In the early stages, the lectin favored the formation of an anti-inflammatory microenvironment that
 impaired tumor progression, as shown by the decreased number of preneoplastic lesions. Jacalin administration
 resulted in increased intestinal production of TGF-β and IL-10 and in reduced COX-2 expression in stromal cells. In
 the late stages, after tumor establishment, jacalin treatment predominantly induced the production of the pro-
 inflammatory cytokines TNF and IFN-γ. Although tumor morphology was unaffected, large areas of necrosis and a
 high number of apoptotic corpuscles were observed in tumors from treated animals.
 Conclusion: These results demonstrate that jacalin has distinct immunomodulatory effects on different stages of
 colon carcinogenesis, and highlight its potential antitumor activity.
 Financial Support: FAPESP, CNPq, FAEPA.
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 Introduction: Dihydropirimidinones, DHPM, are compounds widely used in several treatments, including diseases like
 cancer. Monastrol, one of these compounds, affects mitosis, causing mitotic arrest through inhibition of mitotic
 kinesins. We synthetized a Monastrol derivative compound, DHPM, which is known to cause cell death to breast
 cancer cell lines, but its effects on the surviving cells are yet to be elucidated. Here, we characterize the
 immunomodulatory properties of DHPM in order to elucidate the mechanisms involved in possible side effects that can
 be observed in breast cancer treatment using this compound.
 Methods and Results: MCF-7 cells, a breast cancer cell line, were treated with DHPM (DHPM-21) in its IC50
 concentration (234,9µM) during 24, 48 and 72 hours. Cell lipid metabolism was analyzed by investigating PPARg
 expression and lipid body biogenesis, as assessed by confocal microscopy and flow cytometry. Lipid bodies were also
 visualized through Oil Red O staining. NFkB translocation towards nucleus was analyzed by confocal microscopy.
 Nitric oxide and cytokines levels were quantified in the supernatant from MCF-7 cells. Cell death induced by DHPM-21
 was characterized by confocal microscopy (DAPI and microtubules staining), transmission electron microscopy and
 flow cytometry (Annexin/PI staining). Our results showed that breast cancer cells constitutively presented high levels
 of NFkB within the nuclei, DHPM-21 treated cells. A higher number of lipid bodies were observed in surviving cells
 after DHPM-21 treatment. However, PPARɣ expression was not altered in treated cells. Besides, no NO and IL-1b
 production was observed after DHPM-21 treatment. DHPM-21 induced a remarkable mitotic catastrophe cell death
 type in breast cancer cell line.
 Conclusion: DHPM-21 drug seemed to elicit a down regulation of the NFkB dependent pathway and an increase of
 the lipid body biogenesis, which can be a site of synthesis of anti-inflammatory molecules such as prostaglandins.
 Taken together, our data suggests that DHPM-21 compound has a prominent antitumoral activity since it triggers a
 significant breast cancer cell death and is capable of triggering an anti-inflammatory profile in surviving cells.
 Financial support: CNPq.
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IMPACT OF TUMOR-DERIVED EXTRACELLULAR MATRIX ON ENDOTHELIAL CELL FUNCTIONS AND ITS
 ASSOCIATION WITH TUMOR-ASSOCIATED ANGIOGENESIS.
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 Introduction: Tumor progression creates a microenvironment that influences neighboring cell plasticity, migration and
 invasion. Hence, tumors are reported to induce the formation of a new capillary network from preexisting blood
 vessels (angiogenesis). Adhesion to extracellular matrix (ECM) is important to regulate endothelial cell survival,
 proliferation and motility during angiogenesis. This process depends also on the production, by tumor cells, of growth
 factors, and integrin activation Integrins are the major protein adhesion molecules responsible for cell-matrix
 interactions, transducing molecular signals from microenvironment to regulate cell shape, survival and proliferation.
 Desintegrins are proteins isolated from snake venon wich selectively binds to integrins, interfering with their functions.
 However the contribution of tumor matrix/endothelial cell interaction to tumor-associated angiogenesis and the
 mechanisms of blockage of this interaction are poorly understood.
 Methods and Results: In the present study, we evaluated the interactions between tumor-ECM and endothelial cell,
 in presence or absence of differents desintegrins, and how these interactions may impact on tumor-associated
 angiogenesis. For this, extracellular matrix was obtained from a human melanoma cell line, MV3, and from a
 melanocyte cell line, NGM, wich have structural differences, according to transmission electron microscopy and
 immunostaining of MV3 and NGM matrices. The effects of melanoma matrix, in presence or absence of differents
 desintegrins, on f-actin of human endothelial cell line (HMEC1) were investigated by cytochemistry. After 1h, tumor-
 ECM modified actin cytoskeleton dynamics and increased focal adhesion contacts, inducing stress fibers formation on
 endothelial cells, comparing with NGM ECM, but these effects were inhibited in the presence of differents
 desintegrins. Western blotting showed that tumor-derived matrix induced, on HMEC1, an increase in the expression of
 pAKT and pFAK after 1 and 24h. The expression of VEGFR2 and VEGFR1 was identified through qRT-PCR. After 8
 and 24h, tumor-ECM did not modify the expression of VEGFR2 and VEGFR1 on HMEC1.
 Conclusion: Taken together, these data suggest that tumor-derived extracellular matrix influences endothelial cell
 functions through integrin activation.
 Financial support: Capes/CNPq/FAPERJ.
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INCREASED MELANOMA B16-F10 LOCAL PROGRESSION IN SEPSIS SURVIVING MICE: POSSIBLE ROLE
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 Introduction: Epidemiological data suggest that post-sepsis might be related to increased mortality and opportunistic
 infections. We decided to investigate B16-F10 melanoma local progression and TAM infiltration in post-septic mice.
 Methods and Results: C57Bl⁄6 mice were submitted to the cecal and ligation puncture model (CLP), and treated with
 ertapenem 20 mg⁄kg i.p. 6 h after CLP and then 12⁄12 h for three days, in order to induce nearly fifty percent survival.
 Naïve mice were used as controls (n=10 per group). Fourteen days after CLP, B16-F10-luc cells were inoculated (105,
 3x104 or 10
 4, n=10 per group) s.c. in the dorsal flank. Tumoral progression measured through a caliper rule was
 increased in post-septic mice (at day 23, 105: 5609±1695 vs 2012±720; at day 24, 3x10
 4: 5919±1721 vs 2222±1622;
 at day 23, 104: 1236±542 vs 185±162 mm³, P<0.05). Tumoral burden measured (IVIS Spectrum) by the
 bioluminescent signal after luciferin (150 mg⁄kg i.p.) was also increased in sepsis surviving mice (at day 21, 105:
 25450±15050 vs 12895±7308 photons x104⁄s, P<0.05). The tumor bearing post-septic mice also survived less than
 their naïve counterparts. Another set of animals were euthanized at day 14 for blood and organ harvesting for ELISA
 cytokine measurement (n=6 per group). TGF-β and CXCL12 were increased in the serum of tumor bearing post-septic
 mice. Tumor was converted into single cell suspension for flow cytometric assays (FACS Canto, n=10 per group) of
 F4⁄80+
 cells (5.15±0.31 vs 2.65±0.21%, P<0.05) and F4⁄80+CD206
 + cells (M2 polarized macrophage, TAM; 4.05±0.12
 vs 2.06±0.27%, P<0.05). Post-CLP mice also had increased CD4+CD25
 +Foxp3
 + (Tregs) in the spleen (naïve w⁄o
 tumor: 7.18±0.39, CLP w⁄o tumor: 10.25±0.72, naïve with B16: 9.39±0.46, post-CLP with B16: 12.92±0.35%, P<0.05)
 and inguinal lymph node (naïve w⁄o tumor:4.36±0.17, CLP w⁄o tumor: 5.89±0.06, naïve with B16: 5.88±0.45, post-CLP
 with B16: 7.45±0.59%, P<0.05). All proceedings were approved by the local ethics committee (Protocol 141⁄2012).
 The significance level was previously set at 5%. For mean comparisons, we used Two-way ANOVA and Bonferroni
 tests. Survival curves were compared with the log-rank test.
 Conclusions: Post-septic mice had increased B16-F10 melanoma local progression. Additionally, TAM infiltration
 was higher in post-septic mice. We hypothesize that TAM might play a role in post-septic tumoral expansion. TGF-β
 and CXCL12 may participate in these phenomena.
 Financial support: FAPESP.
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INDOMETHACIN/INDOMETHACIN ESTER NANOCAPSULES REDUCE BRAIN TUMOR OF MICE: MECHANISM
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 Introduction: Once indomethacin/indomethacin ester nanocapsules (LNC) were demonstrated to reduce brain tumor
 in mice, we aimed to investigate the mechanisms by which those LNC reached the tumor site and crossed the tumor
 cell membranes in order to produce their benefic effects. Methods: Twenty eight days after the tumor implant (in
 C57Bl/6 mice), 2% Evans blue (EB) was intravenously injected. Twenty four hours later, plasma and both the
 ipsilateral and the contralateral cerebral hemispheres were collected and EB was quantified using a
 spectrophotometer. In another series of experiments, uptake of rhodamine-labeled LNC was visualized, in vitro, using
 a fluorescence microscope and pharmacological blockers (cytochalasin D, ouabain, and sucrose) were employed to
 study the mechanism of internalization. Finally, GL261 proliferation curve and apoptosis rate were measured in
 presence of LNC or indomethacin in solution. Results: EB amount was much higher in the ipsilateral hemisphere than
 in the contralateral hemisphere (5.6±0.8 vs 1.5±0.9, n=3). LNC entered GL261 cells 30 minutes after incubation and
 none of the blockers reduced the LNC entrance (n=3). LCN reduced GL261 proliferation in a larger extension than
 indomethacin in solution (625±125 vs 5750±250, n=3) and did not increase apoptosis (n=3). Conclusion: We
 demonstrated that LNC reach the tumor site as consequence of the BBB disruption, reduce the tumor cell proliferation
 much more than the compound in solution and enter into the tumor cells by a mechanism independent of
 phagocytosis or clathrin-mediated endocytosis.
 Financial support: FAPESP, CNPq.
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 Introduction: Our group demonstrated that B-1 cells increase the metastatic potential of B16 melanoma cells.
 However, the participation of other cells in this phenomenon remained to be fully explored. Since interactions between
 B-1 cells and invariant natural killer T (NKT) cells were observed in delayed hypersensitivity and systemic lupus
 erythematosus models, the aim of this study was to investigate the influence of NKT cells in the pro-metastatic
 potential of B-1 cells.
 Methods and results: Peritoneal B-1 cells from C57BL/6 were maintained in culture in the presence or not of DN3A4-
 1.4 NKT cells for 72 hours. Next, these B-1 cells were purified by electronic cell sorting and co-cultivated with B16
 melanoma cells for 48 hours. In order to determine the direct effect of NKT cells in the B-1/B16 cross-talk, we added
 NKT cells to the co-culture of B16 and B-1 naïve cells. The B16 cells co-cultivated with B-1, NKT-preconditioned B-1
 or B-1 plus NKT cells were collected and injected into the lateral tail vein of C57BL/ 6 mice for experimental
 metastasis assays. Mice were euthanized 14 days post-inoculation, lungs were surgically removed and metastatic
 tumor colonies in the lungs were macroscopically scored. The data obtained from the experimental metastases assay
 revealed that mice injected with B16 cells co-cultured NKT-preconditioned B-1 or B-1 plus NKT cells presented fewer
 numbers of lung melanoma nodules when compared to mice injected with B16 cells co-cultivated with B-1 naïve cells.
 Conclusion: These results indicate that NKT cells impair the pro-metastatic potential of B-1 cells.
 Financial support: Fapesp
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 Introduction: Autophagy correlates with various aspects of tumorigenesis, including a dynamic role in cancer
 progression. In early developmental stages, it is known to act as a tumor suppressor, while well-established tumor
 cells use it to survive adverse microenviromental conditions and maintain an accelerated cellular metabolism. The
 autophagic process can be regulated not only directly (using inhibitor or inducers), but also through modulation of
 peroxisome proliferator-activated receptors (PPAR), transcription factors that regulate the expression of genes with
 essential roles in cellular differentiation, survival and development, as well as lipidic and non-lipidic metabolism.
 However, the role of autophagy and PPARɣ in progression and establishment of colon cancer tumorigenesis is not yet
 fully understood.
 Methods and Results: In order to clarify this process, colon cancer linage cells (Caco-2) were treated with autophagy
 inducer Rapamycin (100nM), autophagy inhibitors 3-MA (5mM) and Chloroquine (50µM), PPARɣ antagonist GW-9662
 (10µM) and PPARɣ agonist Rosiglitazone (10µM) for 24 hours. After treatments, lipid body biogenesis (using Bodipy),
 cell proliferation (using CellTrace™ CFSE Cell Proliferation Kit), cell death (Annexin-V/PI staining) and cancer stem
 cells profiling (CD44 and CD24 fluorochrome conjugated antibodies) were assessed by Flow Cytometry. PPARɣ and
 LC3 expression, as well as the lipid body biogenesis, were analyzed through immunofluorescence staining in Confocal
 Microscope. Our results showed that lipid metabolism and the autophagic process are correlated and modulate each
 other, as seen in PPARɣ and LC3 expression and lipid bodies regulation. Besides that, carcinogenic aspects were
 also altered by inhibition or induction of the autophagic pathway, but not by PPARɣ modulation. Autophagy blockade
 resulted in an increase in cell proliferation and CD44+/CD24
 - CD44
 +/24
 + phenotypes.
 Conclusions: Autophagy and lipid metabolism play an important role in cellular activation and colorectal cancer
 tumorigenesis, affecting Its survival and malignancy. Therefore, autophagy modulation may serve as a new
 pharmacological target for colorectal cancer tumor treatment.
 Financial support: CNPq
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 Introduction: CD43 leucosialin is the highly abundant sialoglycoprotein expressed on the surface of
 lymphohemopoietic cells. CD43 acts as a ligand for E-selectin in the recruitment of leukocytes to inflammatory sites
 and regulates T cell migration and differentiation. It´s well known that CD43 expression in tumor cells favors the
 extravascular infiltration contributing to metastasis.However, there is poor evidenced of the role of CD43 during the
 development of cancer immune response. In this study we inoculate tumor cells in CD43-/- mice aiming to evaluate
 the involvement of its molecule in the modulation of cancer immune response.
 Methods and Results: Wild type (WT) C57Bl/6 and (CD43 -/-) were inoculated with 105 MC38 cancer cells in the right
 flank by subcutaneous injection (n=5). Plasma from inoculated mice was collected on 14 and 25 days to analyze
 cytokines profile by MILLIPLEX®. Tumor growth was evaluated during 25 days when mice were sacrificed. Tumors
 were harvested, weighted and digested with collagenase to analyze infiltrating leukocytes profile. We observed
 reduced tumor growth in mice lacking CD43, comproved by low dry weights (P<0.05). Analysis of plasma cytokines
 revealed decreased amounts of inflammatory cytokines as G-CSF (p< 0,0001), IL-4 (p< 0,01),IL1-beta (p<0,0001)
 IFN-gama (p<0,001) and TNF-alfa (p<0,05) in CD43-/- mice when compared to WT.
 Conclusion: Our results suggest that CD43 could be involved in cytokine production during tumor development,
 thereby contributing to control the tumor growth. Further analysis of infiltrating leukocytes profile and cytotoxic activity
 will provide more evidences to understand the mechanisms regarding CD43 role during cancer.
 Financial support: CAPES/FAPERJ
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INVOLVEMENT OF THE L-CYSTEINE/HYDROGEN SULPHIDE PATHWAY IN HUMAN MELANOMA.
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 Introduction: The need for new drugs in melanoma treatment is of great relevance. Hydrogen sulphide (H2S) is
 endogenously produced by the action of three enzymes CBS, CSE and the newly discovered 3-MST (Physiol Rev.
 92(2):791-896, 2012). While H2S is cytoprotective at physiological concentrations, it seems to have pro-apoptotic
 actions in cancer cells (Antioxid Redox Signal. 17(1):119-40, 2012). Aim of this study was to determine the possible
 involvement of H2S in human melanoma.
 Methods and results: The study has been performed by using some relevant human melanoma cell lines. Normal
 human epidermal melanocytes were used as control. Cellular proliferation was evaluated by the MTT assay.
 Apoptosis was assayed by flow cytometry analysis by double staining with Annexin V and propidium iodide. NF-
 κB/DNA-binding activity was evaluated by electrophoretic mobility shift assay. Expression of CBS, CSE, 3-MST was
 assayed by quantitative real time RT-PCR, expression of Bcl-2, XIAP, c-FLIP, caspase 3, PARP, IKBα and Akt/p-Akt
 was determined by western blotting. Our results demonstrated that diallyl trisulfide (DATS), a garlic-derived polysulfide
 able to release H2S, greatly suppressed, in a time and concentration-dependent manner, proliferation of all the human
 melanoma cell lines used. The most striking effect was obtained on the A375 cell line whose proliferation was
 inhibited, following incubation with DATS (10-30-100 µM, 72h) by 30, 70, and 78% respectively (p<0.001). DATS-
 induced inhibition of A375 proliferation (10-100µM, 72h) was almost completely reversed by haemoglobin (10 µM;
 p<0.001) a scavenger of H2S. Moreover, DATS-induced inhibition of A375 proliferation was due to the induction of
 apoptosis as demonstrated by i) FACS analysis with Annexin V/PI ii) inhibition of Bcl-2, XIAP, FLIP, iii) cleavage and
 consequent activation of caspase-3. Constitutive NF-κB, activated Akt and ERK 1/2 expression have been described
 in melanoma. We also demonstrated that H2S released by DATS suppressed both constitutive NF-κB/DNA-binding
 activity, Akt and ERK 1/2 phosphorylation suggesting that the apoptotic effect observed following exposure to H2S was
 consistent with the signal transduction pathways activated.
 Conclusion: In conclusion, we demonstrated that H2S triggers, in relevant human melanoma cell lines, an apoptotic
 effect. This effect, in turn, activates downstream a signal pattern that candidates H2S as a possible novel
 therapeutic/target or diagnostic tool.
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 Introduction: Laminarin is a β-glucan derived from brown seaweed Laminaria Digitata. This β-glucan is capable of
 modulate immune system by binding pattern recognition receptors, present in innate immune system cells. Activation
 of this receptor is related with production of various cytokines and reactive oxygen species (ROS). Ehrlich tumor is a
 breast adenocarcinoma. Liposomes are lipid vesicles used for drug delivery in the body, increasing bioavailability,
 decreasing harmful side effects and increasing concentration in specific sites. Thus, the aim of this study was
 determine the antitumor effect of the encapsulated Laminarin.
 Methods and Results: C57BL/6 mice were used (five per group). Ehrlich cells were inoculated in the rind right paw.
 Treatment was done by gavage of Laminarin encapsulated or not at alternated days up to five treatments with a dose
 of 200mg/kg of Laminarin. A digital caliper measured tumor development until twenty days after cells inoculation.
 Conventional liposomes were produced by the technique of thin film hydration. BSA-FITC e MDP was used to verify
 the efficiency of liposomes. After the end of treatment, the mice were sacrificed and a half-foot was used for cytokine
 analysis. Test t Student was performed in the statistical analysis. Incubation of tumor cells with laminarin showed no
 cytotoxic effect. Macrophages treated with encapsulated MDP, a NOD ligand, were capable of produce IL-12, IL10 e
 IL-6, furthermore, the green coloration was observed in macrophages treated with encapsulated BSA-FITC. The mice
 treated with Laminarin showed a slight decrease in tumor growth compared to control group. This same group had a
 lower production of TNF-α in the paws when compared with the control group, while the group that received
 encapsulated Laminarin had lower production of TNF-α and IL-12.
 Conclusion: Laminarin seems to reduce the growth of tumor, and this effect can be related with decreased
 production of TNF- α e IL-12. The use of liposomes in this case did not have a significant effect on improvement of
 disease.
 Financial support: FAPEMIG, CNPQ, CAPES.
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 Introduction: In the later years, the relationship between inflammatory response and cancer has been extensively
 investigated. Macrophages classically activated (M1 profile) possess pro-inflammatory and antitumoral activities. In
 the tumor microenvironment, these M1 macrophages acquire an anti-inflammatory and pro-tumor profile, now being
 known as tumor-associated macrophages (TAM), with a M2-like profile. TAM exhibit a M2-like profile, with low
 cytotoxic properties, as an impairment of NO and ROS production. Lipoxins (LX) are lipid mediators with anti-
 inflammatory and pro-resolution activities in mononuclear cells, but its effects on TAM are not well investigated. In this
 study, we demonstrated the effects of ATL-1, a synthetic analog of 15-epi-lipoxin A4, on TAM activity profile.
 Methods and Results: Human macrophages were differentiated in TAM after incubation with the conditioned medium
 of MV3, a human melanoma lineage cell. The treatment with ATL-1 (10nM) does not alter TAM viability, as
 demonstrated by Trypan Blue exclusion and MTT assays, but decrease CD206 expression, a characteristic markers
 of M2 macrophages. In parallel, ATL-1 (1-100nM) stimulates TAM to produce NO, by increasing iNOS/arginase ratio,
 an also triggers ROS production, which is inhibited in the presence of DPI, an NADPH oxidase inhibitor. These results
 suggested that lipoxin may restore the antitumoral properties of TAM, activating iNOS and NADPH oxidase system.
 The alterations in TAM profile and the recovery of their cytotoxic properties could control tumor progression trough
 promotion of tumor cell apoptosis. Accordingly, ATL-1 (10nM) reverts TAM anti-apoptotic effect on MV3 and also
 inhibits endothelial cell tubulogenesis propitiated by TAM, a crucial step in angiogenesis process.
 Conclusion: Our results suggest that lipoxin down-modulates the tumor progression stimulated by TAM, inducing the
 shift from M2 to M1 profile, leading to tumor cell apoptosis.
 Supported by: CAPES, FAPERJ, CNPq, SR-2/UERJ.
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 Background: Mesenchymal stem cells (MSCs) are rare and a heterogeneous population that constitutes the stromal
 of bone marrow. Because of their immunosuppressive potential they have attracted attention for therapy of Graft
 versus host disease (GvHD). However, these immunosuppressive properties may also affect Graft versus Leukemia
 (GvL) increasing relapse, which remains the most cause of deaths according to CIBMTR. Furthermore, It has been
 published that GvHD treatment with MSCs injection can increase relapse, probably due to a global
 immunosuppression that affect GvL. Objective: To investigate if MSCs treatment interfere in the capacity of cytotoxic
 cells to kill leukemia cells. Methods: We co-cultured mononuclear cells (MNCs) with K562 cell line, in attempt to
 mimic the GVL effect, in the presence or absence of 10% of MSCs for 24 hours. Results: MSCs inhibited the
 cytotoxicity in a dose dependent fashion. To certify that this effect was not due to an exhaustion of nutrients, affecting
 cytotoxic cells function, we co-cultured MNCs with K562 in the presence of TM01, a high proliferative stomach tumor
 cell line, providing us a high-metabolic background. We did not observe any significant inhibition in the cytotoxic
 activity. To investigate possible molecules involved in the MSCs-mediated inhibition of NK cells and T lymphocytes
 cytotoxicity, we analyzed the secretion of mediators usually involved in the cellular death induced by effector cells,
 such as IFNɣ, TNFα, sFasL, Perforin and Granzyme B. Only sFasL was shown to be diminished in the presence of
 MSCs. Conclusion: Since FasL is involved in apoptotic pathway, it is possible that it is also involved in the inhibition
 of NK and T cells function by MSCs.
 Financial support: MS, CNPq, and FAPERJ
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 Glioblastoma multiforme (GM) is a severe disease and the therapeutic ineffectiveness of available treatments is
 enormous, especially by causing adverse reactions. Methotrexate (MTX) is a cytotoxic drug used to treat GM,
 however, its use is limited by poor bioavailability and adverse effects. Nanotechnology has been employed to enhance
 efficacy of drugs to treat cancer, and therefore, our hypothesis is that nanocapsules (LNC) may enhance the
 therapeutic efficacy of MTX, as they are driven to the tumor site.
 The initial assays were carried out to investigate the ability of MTX LNC to cross the BBB after intravenous (i.v.)
 injection, without affecting the BBB permeability. Therefore, female C57Bl/6 mice were injected with rhodamine-
 labeled MTX LNC (n = 4) and its distribution in the brain was quantified by intravital microscopy at different interval
 times. In addition, the BBB permeability was evaluated by Evans blue extravasation in brain tissue 24 hours following
 treatments (MTX LNC and MTX in solution, and respective vehicle solutions, n = 4).
 MTX LNC was mostly observed inside the blood vessels 10 minutes (0.6477±0.01865, P < 0.05) after i.v. injection
 when compared to the time of 30 (0.9729±0.1516), 60 (0.9060±0.1161), or 120 minutes (0.9540±0.01666). However,
 great dispersion of MTX LNC into the cerebral parenchyma tissue was noticed after 30 minutes following i.v. injection.
 In addition, no treatment changed significantly (P > 0.05) the BBB permeability.
 For now, we can conclude that methotrexate LNC cross the BBB without disrupting its permeability, being a promising
 treatment for brain tumor.
 Fapesp, CNPq.
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ORLISTAT REDUCES MMP-9 ACTIVITY AND CHANGES THE CYTOKINES PRODUCTION IN MICE WITH
 EXPERIMENTAL MELANOMAS
 FLÁVIA SAMMARTINO MARIANO RODRIGUES; LUCIANA YAMAMOTO DE ALMEIDA; FERNANDA SANTOS
 MOREIRA; RICARDO DELLA COLETTA; EDGARD GRANER.
 FACULDADE DE ODONTOLOGIA DE PIRACICABA-UNICAMP, PIRACICABA - SP - BRASIL.
 Introduction: Melanoma is the most aggressive malignant tumor on skin or mucous membranes and known as
 resistant to chemotherapy or radiotherapy. The high expression of Fatty Acid Synthase (FASN) in melanomas has
 been associated with a poor prognosis for the patients. FASN inhibition with orlistat reduces the metastatic spread of
 experimental melanomas, inhibits proliferation and promotes apoptosis in B16-F10 mouse melanoma cells. Our
 objective was to evaluate whether orlistat affects the production of inflammatory cytokines and Matrix
 Metalloproteinase (MMP)-9 from neutrophils during immune response against experimental melanomas.
 Methods and Results: C57BL6 mice were inoculated with B16-F10 cells in the peritoneum and treated with orlistat or
 its vehicle for 12 days, when serum was collected the animals sacrificed, mediastinal lymph nodes metastases
 quantified, tumor and lymph nodes removed. The MMP-9 activity from peripheral neutrophils was analyzed by
 zymographic assays. Nitric oxide (NO) levels in the serum were determined by Griess reaction and cytokines present
 in serum, tumors and lymph nodes quantified by ELISA. The orlistat treatment reduced neutrophilc MMP-9 activity, in
 comparison with the controls. NO levels were higher in orlistat-treated mice than controls. TGF-b levels in the serum
 were 20-fold higher than IL-10 and IFN-g, and IL-12 not detectable, independently of the treatment. However, an IL-12
 level in metastatic lymph nodes was at least three times greater than IL-10, TGF-b and IFN-g and orlistat significantly
 reduced IL-12 and IL-10 levels while increased TGF-b levels, in comparison with the controls. The pattern of cytokines
 quantified in the primary tumors was similar to the observed in metastatic lymph nodes.
 Conclusion: Systemic TGF-β levels were not orlistat-dependent. Higher NO production may downregulate MMP-9
 activity and contributes to the metastases inhibition. Finally, antitumoral cytokines were observed in both primary
 tumors and metastatic lymph nodes.
 Financial support: Fundação de Amparo à Pesquisa do Estado de São Paulo-FAPESP (2008-57471-7; 2010/52670-
 1).
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PAF RECEPTOR IS EXPRESSED BY CERVICAL TUMOR CELLS AND ITS ENGAGEMENT STIMULATES
 TUMOR GROWTH
 ILDEFONSO ALVES DA SILVA JUNIOR; ANA PAULA LEPIQUE; SONIA JANCAR.
 DEPARTMENT OF IMMUNOLOGY, INSTITUTE OF BIOMEDICAL SCIENCE, UNIVERSITY OF SÃO PAULO, SÃO
 PAULO - SP - BRASIL.
 Introduction: Emerging evidence indicates that Platelet-activating factor (PAF) plays an important role in tumor
 growth. Tumor associated macrophages and melanoma, ovarian and breast cancer cells express PAFR. PAFR
 triggers pathways that modulate inflammatory responses. In this work we show evidence that in cervical cancer cell
 lines it controls proliferation. Methods and Results: We measured cell growth kinetics and PAFR expression in
 human cervical cancer derived cell lines C33, SiHa and HeLa. For proliferation kinetics, cells were cultured in 2% FBS
 RPMI and treated with the PAFR agonists 100nM cPAF and PAF C16 or PAFR antagonists 10 uM PCA 4280 and CV
 3938 for nine days. The PAFR agonists and antagonists doses used in this work did not induce significant cell death,
 measured by MTT assay. Proliferation kinetics results are expressed as % of inhibition or stimulation in relation to
 untreated cells in three independent experiments. Treatment with PCA 4280 or CV 3938 inhibited the growth of C33
 (81% and 70%, p <0.05), SiHa (53% and 63%, p< 0.05) and HeLa cells (30% and 29% p< 0.05). Treatment with cPAF
 and PAF C16 stimulated proliferation of C33 (47% and 77%, p<0.05), SiHa (29% and 34%, p<0.05) and HeLa cells
 (13% and 21%) suggesting a role for PAF as a growth factor for these cell lines. The expression of PAFR in these
 tumor cells was assessed by flow cytometry and western blotting. Flow cytometry analysis showed that 85 to 98% of
 the cells were PAFR+. By Western blot analysis, PAFR was found in both nucleic and cytoplasmic fractions of all cell
 lines.Conclusion: Cervical cancer cell lines express PAFR and its activity modulate cell proliferation.
 Financial support: FAPESP
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POLYSACCHARIDES FROM SARGASSUM VULGARE WITH ANTITUMORAL ACTION BY STIMULES THE
 IMMUNE CELLS
 CELINA M.P.G. DORE1; MONIQUE G.C. F. ALVES
 2; THUANE PINHEIRO
 3; MARÍLIA S.N. SANTOS
 4; ALLISON J.G.
 CASTRO5; KAHENA Q. FLORENTIN
 6; LEONARDO T.D. NOBRE
 7; RENAN P. CAVALEIRO
 8; EDDA L. LEITE
 9.
 1,2,3,4,5,6,9.UFRN, NATAL - RN - BRASIL; 7,8.UNIFESP, SÃO PAULO - SP - BRASIL.
 Introduction: The algae polysaccharides have many biological properties, as antitumor, anticoagulant, antioxidant
 and anti-inflamatory. The brown seaweed Sargassum vulgare showed in your extracellular matrix a sulfated
 polysaccharide called fucan. Methods and Results: Anionic polysaccharides SV1 and PSV1 were fractionated (SV1)
 and purified (PSV1), and displayed with high total sugars and sulfate content. This fucan SV1 contains low levels of
 protein and high carbohydrate and sulfate content. SV1 displays strong anti-inflammatory action on all concentrations
 tested in the carrageenan-induced paw edema model, demonstrated by reduced edema and cellular infiltration. The
 antiangiogenic efficacy of polysaccharides was examined in the chick chorioallantoic membrane (CAM) model by
 using fertilized eggs. Decreases in the density of the capillaries were assessed and scored. The results showed that
 SV1 and PSV1 have an inhibitory effect on angiogenesis. These compounds were assessed in Apoptosis assay
 (Annexin V - FITC/PI) and cell viability by MTT assay of RAEC. These polysaccharides do not affect the viability and
 do not have apoptotic or necrotic action. The VEGF inhibition secretion with the RAEC cell line for 24 h, was more
 effective for PSV1 at 50 μg/μL (71.4%) than SV1 100 μg/μL (75.9%). SV1 and PSV1 had an antiproliferative action
 (47%) against tumor cell line HeLa and have proliferative in macrophages 264.7 (127%). Conclusions:Our results
 indicate that these sulfated polysaccharides have anti-inflammatory and antitumoral actions. SV1 stimulates the
 macrophages proliferation, but prevents arrival of these cells at the injury site, possibly owing to their ability to bind to
 cell membrane receptors.
 Finnacial Suppot: CNPQ/ CAPES
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POTENCIAL ROLE OF DERMCIDIN IN CUTANEOUS MELANOMA MALIGNANCY: GENE AND PROTEIN
 EXPRESSION PROFILING STUDIES
 PEREZ MARCELA; SANGIULIANO BEATRIZ; JOSE E BELIZARIO.
 DEPARTMENT OF PHARMACOLOGY, INSTITUTE OF BIOMEDICAL SCIENCES, UNIVERSITY OF SAO PAULO,
 SAO PAULO - SP - BRASIL.
 Introduction: Dermcidin (DCD) gene is localized at 12q13.1 and encodes a precursor protein produced in the eccrine
 sweat glands secreted in the sweat. DCD has multiple biological activity including peptide antibiotic and growth and
 cell survival factor. This study aims to investigate oncogenic pathways modulated by DCD in malignant
 melanomas. Methods and Results: We generated cell clones expressing DCD shRNA and established in vitro and in
 vivo models to investigate the role of DCD in proliferation and cell survival and tumorigenicity of human melanoma cell
 line G-361. The global gene expression profiling was done using Affymetrix GeneChip Human 1.0 ST array and the
 network analysis using MetaCore software. The quantitative RT-PCR analysis was performed using SYBR Green kit
 on MX3005 qPCR system and gene expression analysis was done using REST software. A total of 370 genes were
 differentially and repeatedly expressed (>3-fold change and P < 0.005) after down-regulation of DCD via RNA
 interference (RNAi). The genes differentially up (160 genes) and down regulated (210 genes) were found to regulate
 several signaling pathways, including apoptosis and survival, RNA splicing, proteasome degradation, etc. The
 expression of TNF family members pathways: TACI (TNFRSF13B), APRIL (TNFSF13), TRAF3 and TRAFD1were
 transcriptionally modulated by DCD. Thus, the NF-kB transcriptional complexes activation has been validated by Elisa
 and EMSA assays. Finally, the presence of DCD was assessed using specific antibody in tissue microarray
 (TMA) from histological samples of 51 patients. Immunohistochemistry results showed that DCD was expressed in
 28 primaries and metastatic, melanocytic and amelanocytic melanomas at moderate and high levels. Conclusion:
 Overall our studies suggest that DCD functions as tumor growth and cell survival factor in subset of malignant
 melanomas.
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PROGNOSTIC VALUE OF PERIPHERAL CD8+CD16+, CD4+CD25+, CD4+CD25+FOXP3+ AND CD4+CD103+ T
 CELL SUBSETS IN PATIENTS WITH ORAL SQUAMOUS CELL CARCINOMA
 CAMILA DA SILVA SOUZA1; DEISE SOUZA VILAS-BÔAS
 2; GERALDO PEDRAL SAMPAIO
 3; IVAN MARCELO
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 MENEZES FREIRE7; IVANA LÚCIA DE OLIVEIRA NASCIMENTO
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 PROGNOSTIC VALUE OF PERIPHERAL CD8+CD16+, CD4+CD25+, CD4+CD25+FOXP3+ AND CD4+CD103+ T
 CELL SUBSETS IN PATIENTS WITH ORAL SQUAMOUS CELL CARCINOMA
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 (1) Laboratório de Imunologia, UFBA, Bahia, Brazil; (2) Departamento de Biomorfologia, UFBA, Brazil; (3) Programa
 de Pós-Graduação em Imunologia, UFBA, Bahia, Brazil; (4) Hospital Aristides Maltez, Salvador, Bahia, Brazil; (5)
 Laboratório de Patologia e Biologia Molecular, FIOCRUZ, Bahia, Brazil; (6) Serviço de Imunologia, Complexo
 Hospitalar Universitário Professor Edgard Santos, UFBA, Bahia, Brazil; (7) Laboratório de Patologia Cirúrgica, FO-
 UFBA, Bahia, Brazil.
 Introduction: Monocytes, macrophages, lymphocytes and NK cells are part of a intriguing and complex network that
 involves paradoxal responses of their subpopulations on development of cancer. This study aimed to investigate the
 clinical relevance of monocytes, NK cells and T cells specific subsets in peripheral blood of patients with oral
 squamous cell carcinoma (OSCC), highlighiting how important theses cells are in prognostic significance.
 Methods and Results: A total of 21 patients (16 males and 05 females; aged between 42-85 years) with OSCC were
 enrolled in the study. Pro-inflammatory CD14+CD16+ monocytes; CD56+CD3- NK cells; CD4+, CD8+, CD8+CD16+,
 CD4+CD25+, CD4+CD25+FoxP3+ and CD4+CD103+ T cells in peripheral blood were determined by flow cytometry.
 With respect to clinicopatologic parameters, the proportion of CD8+CD16+ cells were elevated in tumors with positive
 muscular infiltration (P=0.051). In contrast, in early stages tumors (T1-T2), we observed an increased proportion of
 CD4+CD25+FoxP3+ Treg cells (P=0.053) and CD4+CD103+ T cells (P=0.052). The CD4+CD25+ T cell population
 showed increased proportion in patients with N1 in relation to N2-N3 individuals (P=0.017).
 Conclusion: Our results demonstrate the association of CD4+CD103+, CD4+CD25+ and CD4+CD25+FoxP3+ T cells
 with favourable prognosis and suggest that these cells may participate in OSCC anti-tumour immunity. In opposition,
 the CD8+CD16+ may represent a NK cell-like T cell subset with low potential of anti-tumor citotoxity.
 Acknowledgments: FAPESB and CNPq
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PROTEOLYTIC FRACTION FROM VASCONCELLEA CUNDINAMARCENSIS LATEX SHOWS ANTITUMOR
 EFFECT BY REDUCING THE INFLAMMATION IN TUMOR MICROENVIRONMENT
 ARIADNE DUARTE BRAGA; KATIA MICHELLE FREITAS; ONESIA CRISTINA OLIVEIRA-LIMA; SUZANE MOTTA
 MARQUES; CARLOS EDMUNDO SALAS; SILVIA PASSOS ANDRADE; JULIANA CARVALHO-TAVARES; MIRIAM
 TERESA PAZ LOPES.
 UFMG, BELO HORIZONTE - MG - BRASIL.
 Introduction: Our previous studies demonstrated that P1G10, proteolytic fraction from V. cundinamarcensis latex,
 species native from South America has antitumor/antimetastatic as well as antiinflammatory activities on different
 murine models. The aim of this study was to investigate the importance of the antiinflammatory activity of P1G10 for
 its antitumor effect. Methods and Results: Female Balb/c mice (n=6/group) received 4T1 tumor cells in flank region
 (2.5 x 106, s.c) and were treated with P1G10 daily (1 mg/kg, s.c) from the 3
 rd to the 20
 th day after inoculation. At day
 21, the activity of P1G10 upon adherent leukocytes to tumor vessels was evaluated by intravital microscopy using
 rodamin 6G (0.3 mg/Kg, i.v) in epi-illumination system. P1G10 reduced tumor mass at 52% (0.35 ± 0.05 vs 0.74 ±
 0.14 g – control, p< 0.001) and leukocyte adhesion to tumor vessels (>70 µm Ø) at 51% (4.65 ± 1.15 vs 9.75 ± 0.71
 cell number – control, p<0.05). In these same mice was observed an increase at 70% in the number of peripheral
 leukocytes (7.40 ± 0.92 vs 4.35 ± 0.43 cell number - control, p<0.001). After, mice were euthanized, tumor weight was
 measured and homogenated in appropriated buffer. The levels of pro-inflammatory/angiogenic cytokines were
 determined (ρg/mg of tumor), by ELISA, in the supernatant of tumor homogenate. It was observed a level decreases
 of MCP-1 at 48% (0.97 ± 0.12 vs 1.88 ± 0.07 control, p< 0.0001), IL-6 at 63% (0.40 ± 0.03 vs 1.09 ± 0.09 - control,
 p<0.001), VEGF at 47% (3.10 ± 0.35 vs 5.88 ± 0.53 – control, p<0.01) and KC at 53% (1.71 ± 0.19 vs 3.68 ± 0.13
 control, p<0.0001). On the other hand, it was detected an increase (158%) of NAG activity (162.3 ± 37.17 vs 62.76 ±
 4.13 O.D/ mg tumor - control, p<0.05) enzyme produced by activated macrophages. Differences between groups
 were performed using the one-way ANOVA test followed by Student-Newman-Keuls post-test. Conclusion: P1G10
 inhibited 4T1 tumor growth, partially, by reducing the inflammatory process in tumor microenvironment. Animal Ethics
 Committees: Protocol # 103/2007. Financial support: FAPEMIG, CAPES and CNPq.
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RANKL+ NEUTROPHILS: CHARACTERIZATION AND IMPLICATIONS IN BONE PRE METASTATIC NICHE
 TRCIANA GONÇALVES SILVA1; ANA CAROLINA MONTEIRO
 2; ANA CAROLINA MERCADANTE
 3; SUELEN
 MARTINS PEROBELLI4; WALLACE MELLO
 5; ALEX BALDUINO
 6; ADRIANA BONOMO
 7.
 1,4,7.UFRJ, RIO DE JANEIRO - RJ - BRASIL; 2,3,5,6.FIOCRUZ, RIO DE JANEIRO - RJ - BRASIL.
 Introduction: Bone metabolism is tightly regulated, however during bone metastasis the balance between bone
 consumption and deposition is disrupted, triggering excessive bone degradation, releasing growth factors that will
 nourish tumor cells establishing a "vicious cycle" between bone degradation and tumor growth. Our group has added
 an extra step to the vicious cycle hypothesis by showing that RANKL+Th17 lymphocytes induce a pre-metastatic
 osteolytic disease essencial for bone metastatic colonization. However we think unlikely that the 3% of Tcells found in
 the bone cavity can be directly responsible for the intense (50%) bone loss observed 6 days after tumor inoculation.
 RANKL expressing neutrophils were recently described in inflammatory conditions as able to induce osteoclasts in
 vitro. We asked if in the 4T1 model, RANKL+neutrophils could be players on the Tcell induced pre-metastatic
 osteolytic disease. Methods and Results: We show that RANKL+Ly6G+(Gr) cells are preferentially present in
 trabecular bones in normal mice. Six days after orthotopic 4T1 tumor inoculation, a slight increase in the number of
 total Gr is observed, with a diminution in the number of immature cells. Of note is the fact that RANKL expression is
 already high in the immature population of 4T1 bearing mice (3,6+-0,5ctr X 17,1+-2,24T1), and this raises in the
 transitional (17,4+-0,4ctr X 23,1+-0,94T1) and mature cells (18,9+-0,9ctr X 30,4+-0,84T1). These RANKL+
 neutrophils are able to induce osteoclasts formation in vitro. To investigate the relationship between tumor educated
 Tcells and neutrophils, bone marrow cells were co-cultured with Tcells from inguinal LN of Nv or tumor bearing
 mice (6 days). RANKL+Gr+ cells were increased only when co-cultured with tumor primed T cells. Moreover,in vivo,
 we observed that approximately 30% of RANKL+Gr express CD40 in contrast to less than 10% in
 controls. Conclusions: Our results show that RANKL+ neutrophils are present mainly in regions of trabecular bone in
 physiological conditions. In the pre-metastatic setting there is increased expression of RANKL in immature, transitional
 and mature granulocytes. This neutrophils are able to induce osteoclasts formation in vitro and Tcells educated by
 tumor are able to induce the expression of RANKL in granulocytes in vitro suggesting a possible involvement of
 neutrophils as an amplifying loop in the pre-metastatic osteolytic disease induced by Tcells. Financial support:
 FAPERJ/ FIOCRUZ/CNPq
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RESOLVIN D1, A ENDOGENOUS LIPID MEDIATOR, INHIBITS MELANOMA AND GLIOMA TUMOR GROWTH
 TAIANE SANTOS GARCIA; MAGDA ROSEANE ROCHA DE ARAÚJO; THAIS DINIZ LOPES; RAFAEL FERNANDES
 ZANIN; MARIA MARTHA CAMPOS; CRISTINA BONORINO.
 PONTÍFICIA UNIVERSIDADE CATÓLICA DO RIO GRANDE DO SUL, PORTO ALEGRE - RS - BRASIL.
 Introduction: The Resolvins, including D and E series, are endogenous lipids mediators generated during the
 resolution phase of acute inflammation from the omega-3 polyunsaturated fatty acids docosahexaenoic acid (DHA)
 and/or eicosapentaenoic acid (EPA). The Resolvins have potent anti-inflammatory and pro-resolution actions in
 several animal models of inflammation (Ru-Rong Ji et al 2011). Resolvin D1 has inhibited the NF-kB pathway in a
 colitis model (Bento et al. 2001). This transcription factor plays a critical role in inflammation, cancer development and
 progression (Jin Boo Jeong et al 2013). The aim of this study is evaluate the anti-tumor effect of the RvD1 in
 melanoma and glioma cell lines and in vivo as well as its mechanism.
 Methods and results: The B16F10 (murine melanoma) and GL261 (murine glioma) lineages were treated 24 hours
 with RvD1 (300, 600 e 900nM). The result showed a decrease in the number of viable cells (compared with control
 cells). We confirm an increase staining in treated cells in all concentrations tested (RvD1 300, 600 e 900nM) by
 Annexin V and Propidium Iodide and/or through decrease staining to Ki67 (both with flow citometry) We also showed,
 through western blotting, a decrease in NF-kB translocation to nucleus in treated cells (RvD1 900nm) when compared
 to the control.
 Conclusions: Our previous results indicate that Resolvin D1 may be inhibiting tumor cell growth in vitro, which can
 be, in the near future, a new potential tool against cancer. We are doing experiments now in vivo and with inhibitors of
 the main signaling pathways involved to support our previous results.
 Financial support: CAPES and FAPERGS.
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ROLE OF FAS IN CHEMICAL CARCINOGENESIS INDUCED BY DMBA/TPA
 CAROLINA LOPES QUINA; PAOLA VENDRAMINI; GUSTAVO PESSINI AMARANTE-MENDES; JACQUELINE DE
 FATIMA JACYSYN.
 UNIVERSITY OF SAO PAULO, SAO PAULO - SP - BRASIL.
 Introduction: Cancer is a multifactorial disease and the process of cancer formation is carcinogenesis. Alterations in
 apoptotic pathway appear to be important in cancer development and progression. Apoptosis process is necessary for
 eliminating damaged or mutated cells and pathway is divided into intrinsic (mitochondrial pathway) which is activated
 by release of cytochrome c and extrinsic (death receptor pathway) which is activated by death receptors of the TNF
 family, such as FAS.For our model we used the two-stage chemical carcinogenesis protocol includes an initiating
 application of DMBA which induces an irreversible and specific mutation in mouse skin: This application is followed by
 multiple, regular applications of the phorbol ester TPA. The initiation is typically given at a dose that is not sufficient to
 induce tumors, thus necessitating application of the TPA. This model provides an opportunity to monitor early and late
 events in cancer development and progression. The development of chemical carcinogenesis on skin is a process that
 has three stages:initiation, characterized by cell exposure to carcinogens and mutation with consequent formation of
 atypical cell clones by multiplication of this cells. The second stage is the progression and finally, the third is
 conversion of malignant cells. Therefore the aim of this study was to elucidate the role of FAS in the induction of
 chemical carcinogenesis.
 Methods and Results: The two-stage of chemical carcinogenesis consists in treat C57Bl/6 LPR mice (mutant for
 FAS) with doses of Dimetilbenzenoantraceno (DMBA) to induce tumor and the promotion and progression consists of
 applying forbolacetato tetradecane (TPA) in these animals. The experimental protocol for carcinogenesis induction in
 C57BL/6 LPR mice and the formation of papilloma appears with 30 days of treatment. We observed that the
 appearance of papilloma is earlier in C57BL/6 LPR than wild type mice.
 Conclusion: Fas is important to control chemical carcinogenesis
 Supported by: CNPq, CAPES.
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ROLE OF SYNTHETIC ANALOGUES OF LIPOXINS IN HUMAN ENDOTHELIAL CELLS MODULATED BY TUMOR
 MICROENVIRONMENT
 ANDREZA MAIA VIEIRA; EDWARD HELAL NETO; CAMILA CASTRO FIGUEIREDO; RENATA MACHADO
 BRANDÃO COSTA; THEREZA CHRISTINA BARJA-FIDALGO; IOLANDA MARGHERITA FIERRO; VERÔNICA
 MARIA MORANDI DA SILVA.
 UERJ, RIO DE JANEIRO - RJ - BRASIL.
 Introduction: Tumor arises from a pathological disorder, characterized by a cell growth and excessive cell
 proliferation, and is associated with a chronic inflammation. Melanoma is a tumor originates from melanocytes with a
 metastatic profile. Angiogenesis is necessary for tumor growth and metastasis, and an increasing in vascular
 permeability precedes both events. Permeability, on endothelium, is controlled by cadherin. Lipoxins (LX) and 15-epi-
 LX are lipids with a potent inhibitory effect on angiogenesis. Our group demonstrated that ATL-1, a synthetic analogue
 of 15-epi-LXA4, inhibits many actions angiogenic and inflammatory. However, the actions of LX on endothelial cells in
 a tumor microenvironment are still unknown.
 Methods and Results: Here, we investigated the role of human umbilical vein endothelial cell (HUVEC) in a tumor’s
 microenvironment and the ATL-1 effects. In a trial with FITC-Dextran, ATL-1 inhibited VEGF-induced permeability
 effect. By immunocytochemistry, we observed that this inhibition was due to the permanence of VE-cadherin on EC
 membrane. By Western blotting assay, we observed that LX reduced VE-cadherin phosphorilation and nuclear
 translocation of beta-catenin induced by VEGF. The analogue not was able to reduce GSK-3 beta phosphorylation.
 For migration assay, HUVEC were pre-treated with ATL-1 for 30 minutes and, then, stimulated with VEGF for 1 hour
 before the addition of melanoma cells (MV3). ATL-1 inhibited transmigration of MV3 through endothelial monolayer
 stimulated by VEGF. By ELISA, we showed that MV3 secreted VEGF while NGM did not. ATL-1, per se, did not
 reduce VEGF secretion by tumor cells. However, reduced its shares on the endothelial monolayer after 18 hours of
 migration.
 Conclusion: ATL-1 inhibited VEGF-induced permeability, reducing endothelial transmigration of MV3. It could be
 used as a modulator of tight junctions in endothelial cells, reducing tumor spread.
 Supported by Capes, FAPERJ, CNPq
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SOCS-1 DERIVED PEPTIDES INCREASE THE IMMUNE RESPONSE AGAINST MURINE MELANOMA AND
 ACTIVATED DENDRITIC CELLS PROTECT AGAINST MURINE MELANOMA DEVELOPMENT
 JORGE AUGUSTO SCUTTI; ALISSON LEONARDO MATSUO; FILIPE MENEGATTI MELO; FELIPE VALENÇA
 PEREIRA; CARLOS ROGÉRIO FIGUEIREDO; NATÁLIA GIROLA; MARIANA HIROMI MASSAOKA; CAMYLA
 FERNANDES DE FARIAS; RODRIGO BERZAGHI; LUIZ RODOLPHO TRAVASSOS.
 UNIFESP, SÃO PAULO - SP - BRASIL.
 Introduction: Malignant melanoma arises from the proliferation of transformed melanocytes. It is the most aggressive
 and treatment-resistant type of skin cancer. Since SOCS-1 is expressed in most melanoma cell lines and bears a
 relation with tumor invasion, thickness and stage of disease and also regulates T cells as well as antigen presenting
 cells, including macrophages and dendritic cells, we focused on SOCS-1-derived peptides and their effects on
 melanoma progression. Methods: We synthesized five SOCS-1 peptides comprising hydrophilic regions, in the
 attempt to regulate SOCS-1 as a strategy of cancer therapy. Mice were challenged subcutaneously with murine
 melanoma B16F10-Nex2, and treated when the tumor volume reached 200-mm3. Mice were treated for 5 days with
 300µg peptide per animal (n=10 per group). Murine splenocytes from peptide-treated tumor-challenged animals were
 stimulated with whole B16F10-Nex 2 lysate and ELISA was performed to evaluate cytokine production, mainly IFN-y,
 IL-6, TNF-α, and IL-10. The role of immune system was evaluated in mice deficient to IFN-γ , CD1d, RAG-KO and
 Nude mice. Dendritic cells and lymphocytes from animals challenged and treated with SOCS-1 derived peptides were
 able to protect against subcutaneous melanoma development. Furthermore the role of SOCS-1 derived peptides on
 macrophages and dendritic cells activation was assessed by determining NO production and STAT signaling. Results:
 We showed that SOCS-1 derived peptides act on immune cells. SOCS-1 derived peptides were able to activate
 macrophages and dendritic cells from melanoma-bearing mice and increase the activation of T CD4+ and CD8
 + cells in
 the spleen. When adoptively transferred on RAG KO mice, CD4+ and CD8
 + T cells significantly delayed tumor
 development. When wild type (WT) mice were treated with peptide 5 after tumor subcutaneous growth (200mm3), the
 peptide was able to cause regression of tumor development and also increased overall survival. Furthermore, the
 SOCS-1 derived peptides were able to increase pro-inflammatory cytokines. Conclusion: In perspective, SOCS-1
 internal peptides emerge as useful adjuvants in cancer therapy strongly stimulating the innate and adaptive immune
 response. Financial Support: FAPESP and CAPES
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T CD8 CCR5-/- CELLS DOWNREGULATE TUMOR GROWTH IN COMBINATION WITH B-1 CCR5+/+ CELLS
 BRUNO CAMOLESE VIVANCO; JACQUELINE DUARTE VIANA; MARCIA GRANDO GUERESCHI; FABIANA
 TOSHIE DE CAMARGO KONNO; ELIZABETH CRISTINA PEREZ; PATRICIA XANDER BATISTA; ALEXANDRE DE
 CASTRO KELLER; JOSE DANIEL LOPES.
 UNIFESP, SÃO PAULO - SP - BRASIL.
 It has been shown by our group that B16F10 murine melanoma cell line, after physical contact with B-1 cells have
 increased metastatic potential. However the mechanism by which B-1 cells migrate towards melanoma cells is
 unknown.Objective: The aim of the work was to evaluate the influence of CCR5 expressed in B-1 cells on the course
 of B16F10 cells melanoma. Results: The present study demonstrated that injection of B-1 CCR5+/+
 into tumor-
 bearing CCR5-/-
 mice lead to a 10-fold decrease in the number of metastatic nodules. Moreover, this approach
 promotes reduced rate of subcutaneous tumor growth, maintaining a stable volume of tumor while control animal
 presented exponential growth being that last day of measure in treated group show less tumor volume than first day of
 control group. Besides that, this treatment increased the survival of animals. When mice from treated group started to
 die, all mice from control groups already came to death. Analyzing leukocyte infiltration in the tumor we found an
 increased frequency of CD8 T cells in the treated group. Mice knockout for T CD8 cells were reconstituted with T CD8
 CCR5+/+
 or CCR5-/-
 cells and B16F10 cells were inoculated into subcutaneous. Mice injected with CCR5-/- T CD8 cells
 reduced tumor growth. Conclusion: Our data suggest that CCR5-expressing B-1 cells can change the development
 of murine melanoma, controlling it. So, this work contributed to a better understanding of B-1 cells chemotaxis and the
 influence of migration in evolution of melanoma.
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THE ROLE OF CD4 LYMPHOCYTES IN PROTECTION AGAINST CHEMICAL CARCINOGENESIS
 PAOLA VENDRAMINI FERREIRA ROSA; CAROLINA LOPES QUINA; JULIA CORTINA CAMPOPIANO; GUSTAVO
 AMARANTE MENDES; JACQUELINE DE FATIMA JACYSYN.
 UNIVERSIDADE DE SÃO PAULO, SÃO PAULO - SP - BRASIL.
 Introduction: Non-melanoma skin cancer is the most common cancer and accounts for 25% of all malignant tumors
 reported in Brazil. There are three stages involved in chemical carcinogenesis, initiation, promotion and progression of
 the tumor. In the model the protocol describes the two-stage application of chemicals to the skin for the initiation and
 promotion of cutaneous tumors. In the two-stage model of induction, a single application of the chemical initiator
 mutagen 7,12-dimethylbenz[a]anthracene (DMBA) is followed by repeated applications of a pro-inflammatory phorbol
 ester 12-O-tetradecanoylphorbol 13-acetate (TPA; otherwise known as phorbol 12-myristate 13-acetate [PMA]). To
 verify the role of CD4 lymphocytes in protection against chemical carcinogenesis model we compared the response to
 wild-type mice and knockout CD4+ mice
 Methods and Results: In this study we used C57BL/6, CD4+ knockout and Nude C57BL/6 male mice. For the
 induction of skin tumorigenesis was applied 0.1 ml DMBA (500 ug/ml) for five consecutive days and seven days after
 was started the administration of 0.1 ml TPA (50 ug/ml) twice weekly for 50 days at the back of the animals. After
 treatment the mice were observed for another 50 days. After this time the mice were bled, lymph nodes and spleen
 were removed, processed and phenotypes were determined using direct immunofluorescence with a panel of
 monoclonal antibodies directed against the following antigens:CD3, CD4, CD8, CD25, CD19. Cells were analyzed by
 flow cytometry. When evaluating the different groups of mice we observed a high survival rate during the induction
 protocol of chemical carcinogenesis. With the exception of C57BL/6 CD4 KO that had a high mortality rate during the
 initiation phase. Regarding the number of papillomas the mice C57BL/6 CD4KO and the C57BL/6 NUDE hardly
 developed tumors during these 100 days of the protocol. About the cellular profile of these CD4 knockout mice had a
 higher frequency of CD8 lymphocytes, in the spleen and in the lymph node, than wild-type mice. The incidence of cells
 positive for CD19, a marker of cell B, it wasn’t different. The surface receptor CD25, characteristic to be a marker of T
 lymphocyte activation, was evaluated in lymph node and spleen showed no significant differences.
 Conclusion: The TCD4 lymphocytes is important for healing and formation of papillomas.
 Supported by: CNPq, CAPES
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TOLL-LIKE RECEPTOR 4 STIMULATION MODULATES GROWTH FACTORS INDEPENDENCE,
 PROLIFERATION AND APOPTOSIS RESISTANCE IN ACUTE MYELOID LEUKEMIA.
 WELBERT OLIVEIRA PEREIRA1; MARIANE TAMI AMANO
 2; FABIO PIRES SANTOS
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 4;
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 6; PAULO VIDAL CAMPREGHER
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 1.INST. ISRAELITA RESPONSABILIDADE SOCIAL, INST. ISRAL. ENSINO E PESQUISA, HOSPITAL ALBERT
 EINSTEIN, SAO PAULO - SP - BRASIL; 2,6.LABORATÓRIO DE IMUNOBIOLOGIA DE TRANSPLANTES,
 DEPARTAMENTO DE IMUNOLOGIA, ICB, USP., SAO PAULO - SP - BRASIL; 3,4,5,7.DEPARTAMENTO DE
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 Introduction: Acute myeloid leukemia (AML) is a myeloproliferative disease characterized by expansion of CD34-
 positive hematopoietic clones into bone marrow, with damaged hematopoiesis and subsequent invasion of other
 tissues. Although there are different types of AML, cytarabine is the standard treatment in most of the cases, and
 successful bone marrow transplantation constitutes the only possibility of cure. Mutation profiles and cytogenetic
 markers have been correlated with prognosis and drug response, but it is unclear what mechanisms regulate the AML
 development and evolution. Toll like receptors (TLR) are able to recognize pathogen-associated and endogenous
 danger molecules, triggering pathways related to differentiation, activation, proliferation and cell death modulation. A
 range of tumor cells express TLR and respond to their agonists, but the effect of TLR stimulation in AML is completely
 unexplored. In the light of this background, and after finding highly expressed TLR4 in AML samples by methanalysis,
 we aimed to investigate the effects of TLR4 stimulation in AML cells. Methods and Results: CD34-positive blasts
 from bone marrow of AML patients were sorted using magnetic beads. Taqman qPCR was used to confirm TLR4
 expression. Cells were stimulated with different concentrations of LPS (20ng/ml – 20ug/ml) and treated with
 cytarabine (5uM and 50uM) for 48 and 72 hours. Proliferation was assessed by cell trace violet decay and apoptosis
 was evaluated by DNA content evaluation. Firstly, we confirmed that TLR4 was equally expressed in AML patient
 samples and PBMC from healthy donors. Next, we found that TLR4 stimulation protected leukemia cells from
 starvation-induced apoptosis after 72 hours, especially the higher doses of LPS, indicating that TLR4 pathway
 contributes to growth-factors independence of leukemia cells. In addition, proliferation of leukemia cells was drastically
 increased by LPS, once more in a dose-dependent response (p<0.001). Finally, AML cells presented increased
 resistance to cytarabine-induced apoptosis. Conclusion: TLR4 stimulation contributes to the tumorigenic process in
 AML, through positive modulation of proliferation and resistance to apoptosis under chemotherapy treatment. The
 mechanisms involved in this issue are under investigation. Our results suggest a potential association of leukemia
 evolution with episodes of infection, or even with danger signals release after tissue damage. Financial Support:
 FAPESP; PROADI/SUS.
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TRANSCRIPTION FACTOR ZBP-89 MEDIATES ANTI-TUMORIGENIC EFFECTS OF COLONIC BUTYRATE
 BRYAN ESSIEN; JUANITA L MERCHANT.
 UNIVERSITY OF MICHIGAN, ANN ARBOR - ESTADOS UNIDOS.
 Introduction: Butyrate is a major short chain fatty acid (SCFA) produced by fermentation of dietary fiber in the colon
 by commensal bacteria. The SCFA contributes to the homeostasis of colonocytes, and has anti- inflammatory and
 anti-tumorigenic effects, although the mechanisms remain unclear. ZBP-89 (Zfp148) is a Kruppel-type zinc finger
 transcription factor induced by butyrate and is required for the expression of tryptophan hydroxylase 1 (Tph1), the
 rate-limiting enzyme in serotonin (5HT) biosynthesis. We have recently shown that butyrate stimulates the ZBP-89
 gene expression and 5HT production, which subsequently stimulates the release of antimicrobial peptides during
 infection by Salmonella typhimurium (Gastroenterology 144:1466, 2013). Co-expressing b-catenin and ZBP-89
 induced Tph1 gene expression, suggesting that the two nuclear proteins cooperate to regulate some target
 genes. Aim: To test whether ZBP-89 cooperates with b-catenin during inflammation-driven tumorigenesis. Methods
 and Results: Mice conditionally-null for ZBP-89 in the small intestine and colon were generated after breeding
 VillinCre to the ZBP-89FL/FL
 mouse line (ZBP-89DInt
 ). Inflammation-driven tumorigenesis in the colon was induced by
 injecting azoxymethane (AOM) followed by three rounds of dextran sulfate (DSS) added to the water for 35 weeks.
 RT-qPCR, western blots and transfection of various expression vectors were performed on colonic tissue extracts.
 TCF reporter plasmids (TOPFLASH/FOPFLASH) were transfected into HEK293 and SW480 cells. Co-
 immunoprecipitation was performed to determine protein-protein interactions between ZBP-89 and b-
 catenin. Results: We observed an increase in tumor size and number in the ZBP-89DInt
 compared to WT mice after
 administration of AOM/DSS along with an increase in endogenous cyclin D1, c-myc and axin2. Ectopic expression of
 ZBP-89 in HEK293 and SW480 blocked the expected transcriptional activity of b-catenin when the pathway was
 induced with Wnt3A-conditioned medium resulting in reduced levels of TOPFLASH reporter activation and cyclin D1,
 c-myc and axin2 gene expression. Co-immunoprecipitation revealed that ZBP-89 and bcatenin formed a protein-
 protein interaction. Conclusion: ZBP-89 interacts with b-catenin and inhibits induction of b-catenin-TCF target genes
 in the colon. We speculate that butyrate-producing commensals in the colon sustain ZBP-89 expression, facilitate the
 ZBP-89-b-catenin interaction to retard colonic transformation.
 Financial Support from NIH grant R01 DK55732
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TRANSLATIONAL STUDY OF CYTOKINE EXPRESSION AND PSYCHIATRIC SYMPTOMS IN COLORECTAL
 CANCER PATIENTS
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 SP - BRASIL; 3,5.POSTGRADUATE PROGRAM IN BASIC AND APPLIED IMMUNOLOGY, SCHOOL OF MEDICINE
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 Introduction. Colorectal cancer (CRC) is a leading cause of cancer mortality in the world. The high prevalence of
 depression and anxiety in patients with CRC significantly impairs their life quality. There is growing evidence that
 these psychological disorders may result from the imbalance of local and systemic production of cytokines. This study
 aimed to investigate the correlation between anxiety, depression, and cytokine production in CRC
 patients. Methods.The study group consisted of 19 patients hospitalized for surgical resection of CRC, and 20 healthy
 volunteers comprised the control group. Depression and anxiety were analyzed using the Hospital Anxiety and
 Depression Scale and serum levels of IL-1, IL-6, IL-12, TNF-α, TGF-β and IL-10 were measured by ELISA. A mouse
 model of chemically induced colorectal cancer was also used. C57BL/6 mice (n=20) were given 4 intrarectal deposits
 of 0.1 ml solution of N-methyl-N'-nitro-N-nitrosoguanidine (MNNG, 5mg/ml) twice a week for 2 weeks. Twenty-four
 weeks after carcinogen administration, the forced swimming test (FST) and the elevated plus-maze (EPM) test were
 performed to assess depression-like behavior. Animals were then sacrificed, and the colons were processed for
 ELISA. Results. We found that among CRC patients, 48% and 53% manifested significant levels of anxiety and
 depression, respectively and 58% manifested a combination of severe anxiety and depression. Furthermore, these
 patients had increased serum levels of IL-1, IL-6 and TNF-α, but lower concentrations of IL-12. Analysis of correlation
 between HADS scores and serum levels of cytokines in CRC patients revealed a positive association of anxiety and/or
 depression with IL-1, IL-6 and TNF-α, and a negative correlation with IL-12. Colorectal tumor-bearing mice showed
 increased anxiety-like behaviors compared to control mice, as shown by the reduced numbers of closed arm entries,
 and the increased immobility time in FST. These animals also showed increased intestinal production of pro-
 inflammatory cytokines, and reduced levels of anti-inflammatory cytokines. Conclusion. Our results indicate a
 correlation between serum levels of pro-inflammatory cytokines, anxiety and depression in CRC patients. These
 findings were confirmed by the experimental results, and further support the involvement of cytokines in the
 pathophysiology of these psychological disorders.
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TRETINOIN-LOADED LIPID-CORE NANOCAPSULES DO NOT AFFECT THE EXPRESSION OF IL6 AND IL12 BY
 A549 CELLS
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 Introduction: Retinoids have been extensively studied as anticancer agents due to its antiproliferative and
 prodiferentiative effect. Tretinoin or all-trans retinoic acid is a retinoid used in treatment of acute promyelocytic
 leukemia with great tumor remission rate. Nanocarriers presents several advantages as drug delivery system due to
 its ability to overcome resistance, capability of passive and active targeting, as well as increase drug uptake by cells.
 Our group have been studied the antitumoral effect of tretinoin loaded-lipid core nanocapsules (TTN-LNC) against
 lung adenocarcinoma cells. Considering that, cytokines are molecules that exert important roles in tumor
 microenvironment, the aim of this study was to evaluate the effect of this formulation on gene expression of
 proinflamatory cytokines by A549 cells.
 Methods and results: A549 cells were plated in 6-well flat bottom plates at a density of 2×105 cells
 per well and grown at 37°C in a humidified atmosphere of 5% CO2 , 95% air for 24 h. A549 cells were incubated
 with 20 µM of free tretinoin (TTN), blank nanocapsules (LNC) and tretinoin-loaded lipid-core nanocapsules (TTN-LNC)
 previously produced and characterized for 72h. RNA samples were isolated using TRIzol Reagent (Invitrogen) and
 first-strand cDNA synthesis was performed with 1 μg of RNA using the High Capacity cDNA Reverse
 Transcription kit (Applied Biosystems, UK) according to the manufacturer ’ s protocol. Real-time PCR reactions were
 run on a Stratagene Mx3005P Real-Time PCR System (Agilent Technologies, Santa Clara, CA, USA) using SYBR
 Green PCR Master Mix (Applied Biosystems, UK) and the primers for IL6 and IL12. Results were evaluated by One
 Way ANOVA followed by Tukey test. The expression level of cytokines by adenocarcinoma cell line was low and there
 was no significative differences (P>0,05) between the control and treatments.
 Conclusion: TTN, TTN-LNC as well as blank nanocapsules (LNC) have no effect on expression levels of IL6 and
 IL12 produced by human lung adenocarcima cell line.
 Financial support: CNPq
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TUMOR CELLS IN HYPOXIA DRIVE NEUTROPHIL POLARIZATION TO A N2 PHENOTYPE
 ROBERTA F SALDANHA GAMA; GERLEN RODRIGUES DE LIMA; JOÃO ALFREDO MORAES; RAFAEL S
 AMENDOLA; CRISTIANE RIBEIRO PEREIRA; CHRISTINA BARJA-FIDALGO.
 UERJ, RIO DE JANEIRO - RJ - BRASIL.
 Introduction: Neutrophils infiltrate tumors and may participate in tumor cell killing or in promoting tumor cell growth.
 Whether neutrophils will function in either way depends on their polarization towards N1 (tumor kiling) or N2 (tumor
 promoting) phenotype. Studies have shown that tumor cells are able to produce soluble mediators that drive
 neutrophil polarization towards the N2 phenotype, thus contributing to tumor progression. This seems to be a feature
 of fast-growing malignant tumors. The mechanisms that control tumor cell production of N2 polarizing mediators,
 however, are not known. We hypothesized that hypoxia, a characteristic feature of malignant tumor microenvironment,
 could potentiate the production of N2 polarizing mediators by tumor cells.
 Methods and Results: Human neutrophils were isolated from peripheral blood. Neutrophils were incubated for 3
 hours with supernatant from tumor cells incubated in normoxia (20% O2) or hypoxia (0.5% O2). Neutrophils were then
 assayed for the expression of N2 markers. Neutrophils incubated with supernatant from hypoxic tumor cells presented
 augmented expression of arginase-1 and MMP9 (N2 markers) and decreased membrane expression of Fas (N1
 marker). Moreover, spontaneous ROS production (N1 functional marker) was also decreased in these neutrophils.
 Conclusion: Hypoxia, a characteristic of malignant tumor microenvironment, stimulates the production of soluble
 mediators that instruct neutrophils towards a tumor-promoting phenotype. A better understanding of the mechanisms
 involved in this process may lead to new therapeutic venues for tumor growth control.
 Financial Support: FAPERJ, CAPES, CNPq.
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TUMOR ELICITED INFLAMMATION AND ITS REGULATORS IN COLORECTAL CANCER
 SERGEI GRIVENNIKOV1; VIVIANTY HOU
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 Introduction
 Chronic inflammation is associated with cancer development and often promotes tumor growth and
 progression. Importantly, even initially non-inflammatory tumors actively recruit and functionally subvert inflammatory
 cells to induce so called “tumor-elicited inflammation” (TEI). TEI emerges as central immunological mechanism to
 drive tumor promotion but its origins and underlying mechanisms are not well studied. Inflammatory cytokines
 originating from tumor-infiltrating cells and acting on tumor cells as a part of TEI, provide one of the targetable
 mechanistic links between TEI and and tumor growth.
 Methods We use mouse models of colitis-associated cancer (CAC; based on treatment with azoxymethane and
 dextrane sulfate sodium) and spontaneous colorectal cancer (CRC; based on monoallellic colon-specific inactivation
 of tumor suppressor gene APC. We test different immunodeficient and cytokine-deficient backgrounds to dissect
 immune and inflammatory pathways critical for the establishment and maintenance of TEI, as well as for regulation of
 CRC and CAC growth.
 Results In colorectal cancer (CRC) tumor initiating oncogenic events linked to the epithelial activation of Wnt pathway
 lead to the local defects and permeability of epithelial barrier. Similar defects are observed in CAC and in human and
 mouse inflammatory bowel disease (IBD), where the loss of barrier integrity precipitates and perpetuates chronic
 colonic inflammation. Translocation of microbial comonents of commensal microbiota triggers tumor-specific activation
 of myeloid cells and production of tumor-promoting cytokines, such as Interleukin 23 (IL-23). Inactivation of IL-23
 pathway via genetic ablation of cytokine or its receptor pathway results in decreased CRC and CAC tumorigenicity,
 and reduction in IL-23 downstream targets IL-6, IL-22 and IL-17. These cytokines produced by innate lymphoid cells,
 myeloid cells and T cells have direct effect on cancer cells and cells in tumor microenvironment and promote CRC
 and CAC growth via multiple mechanisms.
 Conclusion We define IL-23 pathway as a critical regulator of TEI and further uncover inflammatory cytokines and
 endogenous factors that are essential for regulation of TEI and tumor promotion and progression in inflammatory and
 non-inflammatory cancers.
 Footnote: Supported by Crohn’s and Colitis Foundation of America, K99/R00 award from NIH NIDDK and TU-FCCC
 Nodal award.
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TUMOR MICROENVIRONMENT AND HEPATOCELLULAR CARCINOMA: SINCE WHEN THEY ARE SO MUCH
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 Introduction Cancer is the most common given name to a series of molecular and physiological events that result in
 genetic instability and biochemical cell imbalance. Among several events that drives cell cancer, the role of chronic
 inflammation and tumor microenvironment in cancer development were here focused by using cirrhosis resulting from
 chronic hepatitis (viral and alcoholic), as an experimental model to hepatocellular carcinoma (HCC) progression.Goals
 and Methods Aiming to achieve a better understanting about the molecular events that guide cancer progression,
 twenty six biopsies were collected and the profile of soluble proteins in inflammatory and in HCC tissues were further
 analyzed by using 2D-DIGE coupled to mass spectrometry. Results Ninety three differential proteins were identified
 regarding these events, placed into seven different biological process including cirrhosis and HCC derived by alcohol,
 virus B (HBV), virus C (HCV) and the non-pathological condition derived from live donors (control). Those annotated
 proteins were also globally evaluated within six biological scenarios using MetaCore® software in order to highlight
 altered signaling pathways driven by those different molecular events. Conclusion An important result was observed
 when differential gene expression where compare between cirrhotic and HCC protein profiles from same patients; in
 this particular biological circumstances few proteins where expressed differentially, indicating that these two distinctive
 pathological scenarios display similar effectors. The results indicate that tumor microenvironment plays and
 undergoes a significant influence on the variation of gene expression due to HCC development.
 Financial support: CNPq, CAPES PDEE
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UP-REGULATION OF M2 MACROPHAGES-RELATED GENES IN ORAL SQUAMOUS CELL CARCINOMA
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 UP-REGULATION OF M2 MACROPHAGES-RELATED GENES IN ORAL SQUAMOUS CELL CARCINOMA
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 (1) Departamento de Biomorfologia, UFBA, Bahia, Brazil (2) Laboratório de Imunologia, UFBA, Bahia, Brazil (3)
 Programa de Pós-Graduação em Imunologia, UFBA, Bahia, Brazil (4) Departamento de Anatomia Patológica,
 Hospital A.C. Camargo, São Paulo, Brazil (5) Laboratório de Patologia Cirúrgica, FO-UFBA , Bahia, Brazil (6)
 Laboratório de Patologia e Biologia Molecular, FIOCRUZ-BA, Bahia, Brazil (7) Hospital Aristides Maltez, Bahia,
 Brazil (8) Departamento de Patologia Geral, Faculdade de Odontologia, USP, São Paulo, Brazil.
 Introduction: The squamous cell carcinoma (OSCC) is a malignant neoplasm with high degree of locally aggressive
 and metastasis. The lesion grows with proliferation of malignant cells associated to an inflammatory component
 present in the tumor microenvironment. Macrophages are inflammatory components present in OSCC and may
 influence tumour development and metastasis if alternatively activated (aka M2). When monocytes attracted by tumor-
 induced chronic inflammation differentiate to M1 or M2 macrophages, the type of which depends on the type of signals
 in the local tumor microenviroment. In the present study, we evaluated the expression of macrophages-related genes
 in association with clinical and histopathological characteristics of patients.
 Methods and Results: mRNA transcripts of 8 macrophages-related genes were analysed in 30 cases of OSCC and 14
 paired non-tumoral adjacent tissues using real-time polymerase chain reaction. mRNA levels of CSF1, IL10, TGFB1,
 MSR1, MRC1, COX2, F13A1 and IL23A were up-regulated in tumors compared to normal tissue in 30.4, 88.9, 100.0,
 80.0, 29.2, 70.3, 30.8 and 11.8% of patients, respectively. Down-regulation of COX2 was observed in 58.3% of non-
 tumoral adjacent tissues compared to normal tissue. Expression of all investigated genes does not correlate with
 clinicopathological parameters in OSCC.
 Conclusion: In conclusion, the up-regulation of M2 macrophages-related genes indicates that these cells may
 participate in OSSC tumorigenesis.
 Acknowledgments: FAPESB and FAPESP
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