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Resumo: Um cDNA (Pbgapdhl, n® de acesso GenBank AY061958) e uma sequéncia ge-
ndmica parcial (AF396657) codificantes para uma gliceraldeido-3-fosfato desidrogenase
(GAPDH), com massa molecular de 36 kDa, de Paracoccidioides brasiliensis, isolado Pb01
(ATCC MYA 826), foram clonados e caracterizados. O fragmento genémico foi obtido por
amplificacdo do DNA de P. brasiliensis utilizando-se oligonucleotideos degenerados cons-
truidos com base na sequéncia de aminoacidos da GAPDH deste patdégeno. O fragmento
obtido, de 1253 pb, apresentando identidade com GAPDHSs, foi utilizado no rastreamento
da biblioteca de cDNA de P. brasiliensis, fase leveduriforme. A sequéncia de cDNA de 1.717
nucleotideos apresenta quadro aberto de leitura (open reading frame — ORF) de 1014 pb,
codificando para uma proteina (GAPDH1) de massa molecular predita de 36 kDa, contendo
os peptideos sequenciados anteriormente. A estrutura primaria de PbGAPDH foi confirmada
por analises comparativas com sequéncias depositadas em bancos de dados. A sequéncia
gendmica parcial de 1253 pb apresenta quatro introns intercalados por cinco exons. A ex-
pressao de Pbgapdhl foi analisada por meio de eletroforese bidimensional de proteinas e
experimentos de Northern blot. Foi detectada uma Unica espécie de mRNA de 1,8 kb, pre-
ferencialmente expressa na fase parasitaria do P. brasiliensis, em concordancia com altos
niveis de expressdo da GAPDH na fase leveduriforme deste patégeno.

PaLavras-cHAve: Clonagem molecular, gliceraldeido-3-fosfato desidrogenase, Paracoccidioides
brasiliensis.

AssTtrACcT: A cDNA (Pbgapdhl, GenBank AY061958) and a partial genomic sequence
(AF396657), coding for a glyceraldehyde-3-phosphate dehydrogenase (GAPDH), with mo-
lecular mass of 36 kDa, of Paracoccidioides brasiliensis, isolate Pb01 (ATCC MYA 826), were
cloned and characterized. The genomic fragment was obtained by PCR amplification of
P. brasiliensis DNA using degenerated primers designed based on the amino acid sequence
of the GAPDH of this pathogen. The fragment obtained, with 1253 pb, presenting identity
match with GAPDHs, was used in the screening of a cDNA library of P. brasiliensis in the
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yeast phase. The cDNA sequence with 1,717 nucleotides presents an open reading frame
(ORF) with 1014 pb, coding for a protein (GAPDH1) with a predicted molecular mass of
36 kDa and containing the peptides previously sequenced. The primary structure of PbGA-
PDH1 was confirmed by comparative analysis to the sequences deposited in data banks.
The 1253 bp partial genomic sequence presents four introns interspersed with five exons.
The expression of Pbgapdhl was analyzed by two-dimensional gel electrophoresis of pro-
teins and Northern blot. We detected a single species of mRNA of 1.8 Kb, preferentially
expressed in the yeast parasitic phase of P. brasiliensis, in agreement with the high levels
of the GAPDH expression in the yeast cells of this pathogen.

Key worbps: Molecular cloning, glyceraldehyde-3-phosphate dehydrogenase, Paracoccidioides
brasiliensis.



