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RESUMO

Paracoccidioides brasiliensis € um fungo dimoérfico patogénico humano. A
guitinase recombinante d& brasiliensis, Pbctslr, foi superexpressa efascherichia
coli utilizando pET-32(a)+ como vetor. A enzima foi gwaida em corpos de incluséo e
se tornou soluvel pela adicdo de sarkosyl, sendfigada em um Gnico passo com a
utilizacdo da resina Ni-NTAPbctslr mostrou atividade diante de 4-MU-(GICNA@) 4-
MU-(GIcNAc),, apresentando atividade de endoquitinase. A rede@munoblot com
anti-Pbctslr identificou duas proteinas no extrato bruto deedewa. A purificacdo
parcial do extrato bruto dB. brasiliensis por cromatografia de troca-catibnica em
HPLC revelou duas quitinases diferentélsctsl e Pbcts2, com massas moleculares de
45 e 34 kDa, respectivamentBbcts?2 tem atividade de exoquitinase Ribctsl de
endoquitinase. Reacdes com dtictslr mostraram a presenca Bbctsl e Pbcts2 no
extrato bruto de levedura e transicdo de micéli@a pavedura. No extrato bruto de
micélio foi encontrado somentebctsl e no extrato de parede celular de levedura
somentePbcts2. Ambas as proteinas foram encontradas secretattagage parasitaria
(levedura), mostrando a provavel importancia deggateinas na permanéncia do fungo
no hospedeiro. Relagbes filogenéticas entre odogué Pbctsl e a provavePbcts2
indicam a presenga de um ancestral comum. DuraenelacéoP. brasiliensis poderia
ter adquiridoPbcts2 e Pbctsl desempenhando diferentes papéis para o cresciraento

sobrevivéncia do fungo na fase saprofitica e piaréesi



ABSTRACT

Paracoccidoides brasiliensis is a human pathogenic dimorphic fungus. The
recombinant chitinase frof. brasiliensis, Pbctslr, was overexpressed scherichia
coli using pET-32a (+) as vector. The enzyme was predias inclusion bodies and
became soluble by Sarkosyl being purified by alsistep using a Ni-NTA resin.
Pbctslr showed activity against 4-MU-(GIcNAg£and 4-MU-(GIcNACc), presenting a
endochitinase activity. Immunoblot reaction withigPbctslr identified two proteins in
yeast crude extract. A partial purificationRfbrasiliensis yeast crude extract by
cationic-exchange chromatography on HPLC revealeddifferent chitinase$?bctsl
andPbcts2, with molecular mass of 45 kDa and 34 kDa, respelgt Pbcts2 has
exochitinase activity anBbctsl has endochitinase activities. Reactions with anti-
Pbctslr showed the presenceRibctsl andPbcts2 in crude extracts of yeast and
transition from mycelium to yeast. On mycelium aektracts was found onBbctsl
and on yeast cell wall extract orfMpcts2. Both proteins were found to be secreted by
yeast parasitic phase showing their probable inapcg in the permanence of the
fungus in the human host. Phylogenetic relatiorsshgtween the orthologbctsl and
the putativePbcts2 indicated the presence of a common ancestralnB@volution,P.
brasiliensis could have acquiredbcts2 andPbctsl playing distinct roles in order to

growth and survive in diverse environment on salpytip and parasitic phases.
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