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good probability (scores above 2.0). Two isolates were identified as “Burkholderia cepacia complex” (scores 1.96 and 1.98). These
two isolates were re-evaluated after an extraction in tube with formic acid and acetonitrile and one isolate was identified as B.
cenocepacia (score 2.27) and the other was confirmed as “Burkholderia cepacia complex” (score 2.16). In conclusion, MALDI-TOF
proved to be a useful tool for identification of B. cenocepacia using an optimized extraction, however, negative results of B.
cenocepacia need to be confirmed by molecular technique.We will further evaluate the MALDI-TOF method using other isolates of
BCC in order to establish the specificity of this procedure.Development agency: INPRA (Instituto Nacional de Pesquisa em
Resisténcia Antimicrobiana), FIPE/HCPA
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Cystic fibrosis (CF) is a recessive multisystem genetic disease in which, pulmonary manifestations are the principal cause of high
morbidity and mortality. The relationship between the structure and the composition of the microbiome of the CF patient represents an
important factor in his states of health. For microbiome analysis, the quality of DNA extracted has a pivotal impact in the sample
representativeness. The aim of this study was to evaluate different protocols of DNA extractions in order to obtain the best method to
be used in the microbiome analysis of sputum from Cystic Fibrosis (CF) patients. The extraction kit QlIAamp DNA Mini Kit (QlAgen,
Valencia CA) was used with three different pre-treatments: The first procedure (1A) followed the manufacturer protocol
recommendation. The second procedure (1B) included a proteinase K treatment for 60 min at 56°C followed by bead-beating with
zirconia/silica bead in a FastPrep 24 5G system (Qbiogene, CA), for 10 seconds at 6.0 m/sec (repeated 4 times). The third procedure
(1C) was based in the sputum digestion with equal volume of N-acetyl-cysteine (100mg/mL). The last procedure (1D) used a TE buffer
(10mM Tris-HCI [pH 8.0], 1mM EDTA) with the sputum and bead-beating as described above. The concentration of DNA was
measured at Qubit 3.0 Fluorometer (Thermofisher) and the DNA integrity was verified with the 4200 Tape Station (Agilent). The
amplicon library was prepared following the lllumina 16S Metagenomic Sequencing Library Preparation protocol and the high-
throughput sequencing performed with MiSeq 600V3 kit. An average of 190,000 reads were obtained per sample. The total genus-
level of taxonomic categories identified (TCI) was approximately 215 per sample. The total of species-level TCI was: 238 for 1A; 320
for 1B; 179 for 1C and 241 for 1D. We selected a Pseudomonas aeruginosa and a Rothia mucilaginosa to evaluate the effectiveness
of DNA extraction from gram-negative and gram-positive bacteria. The detection of P. aeruginosa and R. mucilaginosa, respectively,
for each protocol extraction was: 1A, 22.08% and 0.85%; 1B 29.10% and 4.46%; 1C, 31.15% and 0.68% and 1D, 26.92% and 8.56%.
In conclusion, the protocol 1B presented the best performance considering the total of species-level TCI. Noteworthy, both protocols
1B and 1D, which use the bead-beating strategy, increased the yield of Gram-positive bacterial DNA extraction.
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O cancer de pancreas é a terceira causa de morte por cancer nos Estados Unidos e a sétima no Brasil. Menos de 10% dos pacientes
sobrevivem 2 anos livres de doenca. Dentre os diversos subtipos o mais comum € o Adenocarcinoma Ductal de Pancreas (ADP).
Apesar dos avancos observados na terapia antitumoral nas Ultimas décadas, quimioterapicos classicos como a Gemcitabina (GEM)
continuam sendo uma alternativa priméaria para terapia do ADP. Porém, a resisténcia e recorréncia tumorais sé@o frequentes, e séo
escassos 0s trabalhos que avaliam a resposta das células de ADP a GEM a longo prazo. Sendo assim, nés utilizamos um racional
experimental de tratamento agudo (48h) seguido do crescimento das células tumorais em Meio Livre de Droga por 10 dias (periodo
de recuperagdo), para mimetizar o periodo de recuperacgdo dos pacientes. A partir deste modelo nés avaliamos o efeito da GEM na
viabilidade fenotipica celular, na clonogenicidade das células tumorais e nos niveis de marcadores de autofagia tanto apds o
tratamento agudo (48h) quanto apds 5 e 10 dias do tratamento. Por fim, avaliamos a relacdo entre niveis de autofagia e
sobrevivéncia celular durante o periodo de recuperagdo. NOs observamos que o tratamento com GEM 10 e 30 mM por 48h causou
uma reducdo do nimero de células com fendtipo viavel a longo prazo. Para o tratamento com a dose GEM 1mM observamos
reducdo desta populagéo celular 5d ap6s o tratamento, porém esta reducéo ndo se acentuou 10d apds o tratamento. O tratamento
com GEM também reduziu a clonogenicidade das células e aumentou indicadores de autofagia a longo prazo (medido pela marcacao
com laranja de acridina e complexidade intracelular, ambos por citometria de fluxo). Finalmente, observamos que células com
fenotipo viavel apds 5d e 10d apresentaram niveis mais intensos de marcacdo com laranja de acridina, sugerindo que a autofagia
atue favorecendo a sobrevivéncia das células de ADP em resposta a GEM. Concluimos, assim, que as células de ADP ativam
autofagia possivelmente como mecanismo de citoprotecdo a GEM, e que o desenho experimental utilizado possui caracteristicas que
mimetizam, pelo menos parcialmente, o comportamento de recorréncia tumoral observado clinicamente. A modulacdo racional da
autofagia induzida por este quimioterapico poderia, assim, sensibilizar as células de ADP resistentes a GEM.
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Introduction

Chemotherapeutics can stimulate immune antitumor response by inducing immunogenic cell death (ICD), which is characterized by
the appearance of Damage-Associated Molecular Patterns (DAMPs) like the exposure of calreticulin (CRT) in cell surface, the release
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