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Abstract

Hybridization is a mating between genetically different populations (or species). It results
from incomplete reproductive isolation. Viable and fertile hybrids may lead to gene flow
between populations or species. This can be examined using bio-molecular techniques. Ornate
chorus frog (Microhyla fissipes), dark-sided chorus frog (M. heymonsi) and noisy chorus frog (M.
butleri) are amphibians in the same genus. They are similar in body size, found all over Thailand
and share their habitats. Essentially, the external fertilization of amphibians may increase the
risk of hybridization. This study therefore aimed to examine genetic diversity and to detect
possible natural hybridization among these amphibian species in Wiang Sa district, Nan province
areas. Only twenty-five M. fissipes were collected from two areas of Wiang Sa district: Lainan
sub-district (n=9) and San sub-district (n=16), while there was no any specimen of M. heymonsi
and M. butleri was successfully collected in this study. The collected specimens were screened
and compared in terms of the COI gene base sequences of the mitochondrial DNA extracted
from the liver tissue. The results showed that all of twenty-five M. fissipes specimens had
obvious and reliable COI sequences, 678 base pairs. Seven unique haplotypes based on 6
(0.88%) variable sites were detected from the 25 aligned sequences using Dnasp program. The
haplotype diversity (hd) and nucleotide diversity (TT) were low. On average, hd= 0.627 + 0.102
and T = 0.00111 + 0.00024. In addition, the genetic distance between M. fissipes populations
ranged from 0.000 to 0.003 indicating that M. fissipes populations from Lainan and San sub-
districts exhibited high similarity in their COl sequences. Moreover, phylogenetic analyses of the
MtDNA haplotypes indicated that M. fissipes was monophyletic in their evolutionary
relationships. The lack of M. heymonsi and M. butleri samples leads us unable to assess the
possible natural hybridization among these three species in Wiang Sa district areas. Further

intensive specimens collection is needed for achieve the goals.
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