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ABSTRACT

A total of 183 isolates of Cryptococcus neoformans, including 144 clinical
isolates and 39 environmental Chiang Mai isolates were determined their mating
type by PCR using two sets of primers. The first set was specific for mating
pheromone gene (MAT« and MATa), another one was specific for STE20 gene
(STE20Aq, STE20Aa, STE20Da. and STE20Da). The standard strains used for
positive control were C. neoformans H99 (MATe«, serotype A), C. neoformans
IUM99-3617 (MATa, serotype A), C. neoformans JEC21 (MAT ¢, serotype D) and
C. neoformans JEC20 (MATa, serotype D) which produced PCR products of
approximately 588-, 865-, 443- and 440-bp, respectively when primers specific for
STE20 gene (STE20Aq, serotype A mating type a; STE20Aa, serotype A mating
type a; STE20Da , serotype D mating type o and STE20Da, serotype D mating
type a) were used. Using primers specific for mating pheromone gene (MAT « and
MAT a), a 101-bp fragment was produced by standard strains of mating type o

while a 117-bp fragment was produced by standard strains of mating type a. The



mating pheromone primers (MFa) amplified a 101 base pair DNA-fragment of all
183 isolates of C. neoformans. Using STE20 primers, only STE20 Ao amplified a
fragment of 588-bp of all 183 isolates of C. neoformans. Determination of mating
type by PCR revealed that all 183 isolates had o mating type and A serotype. To
confirm PCR products, fragments amplified by STE20 Ao primer from 4 clinical
(Pt2, C2, 46C11-52, and 47C11-2) and 2 environmental isolates (D17 and Pg2)
were analysed by nucleotide sequencing. All had a high degree of homology to the
corresponding segment of the published gi|56566254|gb|AF542529.2| Cryptococcus
neoformans var. grubii strain H99 which has o mating type and A serotype.

In addition, multiplex PCR technique to determine the four mating type
patterns (Aa, Aa, Da and Da) of C. neoformans was developed to test with 30
isolates of C. neoformans. All produced 588-bp fragments which corresponded
with the result from previous PCR study. The multiplex PCR represents a rapid,
simple and relatively economical tool for epidemiological and virulence studies, as

it reduces the number of PCRs from four to one.
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