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Pythium insidiosum is a rare pathogen that causes pythiosis in animals and
humans with high morbidity and mortality. The accurate and rapid method to diagnose
P. insidiosum is important and necessary. The purpose of this study was to develop
a seminested polymerase chain reaction for the identification of P. insidiosum
targeted to 185 rRNA gene . Primers were designed from 98 nucleotide sequences of
Pythium species, other fungi and human. The primer CPL6 and PSL1 was specific for
P. insidiosum . The primer CPR8 were paired with CPL6 and PSL1, which resulted in
PCR products size of 512 and 152 bp. The development of a seminested PCR usually
requires strategic planning and multiple attempts to optimize reaction conditions
(concentration of the primer CPL6, amplification cycle, concentration of MgCl,, dNTPs,
and Taq DNA polymerase). Sensitivity of the assay was 1 pg that tested with DNA of P.
insidiosum strain MCC2. Specificity of the assay was tested with DNA extracted from
cultures of the 34 isolates of P. insidiosum , 5 Pythium spp., 23 species of fungi, 10
species of bacteria and healthy normat blood. Seminested PCR produced specific
amplicon for each of the P. insidiosum and & Pythium spp.', but did not produce
amplicons with fungal species, bacterial species and healthy: normal blood. Four
biopsy tissues of pythiosis , two biopsy tissues of candidosis and three simulated
samples were tested and revealed PCR product only in biopsy tissues of
pythiosis patients and simulated samples that spiked with P. insidiosum. The
diagnostic kit for P. insidiosum was also developed to use with clinical samples.
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