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Diseases caused by the liver fluke, Opisthorchis viverrini and minute intestinal fluke,
Haplorchis taichui are cbnsidered to have clinical importance especially in the northeastern and
northern regions of Thailand. A sensitive, accuracy and specific detection of these flukes is required
for the effective epidemiological control program. Hence, specific primers for the detection of O.
viverrini and H. taichui were investigated in this study by using HAT-RAPD PCR method and 14
arbitrary primers (Operon Technologies) were also performed for the genefation of polymorphic
DNA i)roﬁles. The resﬁlt showed that, a 330 bp fragment generated from OPA-04 primer was
expected to be O. viverrini-specific while a 260 bp fragment generated from OPP-11 primer was
considered to be H. taichui- specific. Based on the sequence data of each fragment, 2 pairs of specific
primers were designed with Genetyx-MAC ver.11 software. The sequences of H. taichui-specific
primers were indicated as follows; Hapt_F5’-GGCCAACGCAATCGTCATCC-3’ which can yield a
180 bp PCR product whereas the sequences of O. viverrini-specific primers were OpV-1F: 5°-
AATCGGGCTGCATATTGACCGAT-3’ and OpV-1R: 5’-CGGTGTTGCTTATTTTGCAGACAA-3’
which can generate a 330 bp PCR product. These specific primers were tested for efficacy and
specific detection by applying to amplified with all 13 parasites DNA samples as described above.
The result showed that, a 256 bp was generated as same as give positive result in only H. taichui
sample and have no cross-reaction with any testing parasites. However, PCR conditions must be
recommended by it shm;ld be taken at 68 °C annealing temperature and 0.937 mM magnesium
chloride (Mg CL). By the way, the minimum DNA template needed was 1 fg (femtogram) and at
least 1 egg was needed as same as give positive result for the detection by PCR in human stool
specimens contaminated with H. taichui’ s eggs.

The H. taichui - specific primers with succesfully developed in this study can be use in
several applications base on epidemiological monitoring and detection in either intermediate host
or definitive host which usefulness for preventing management and epidemiological control

program.





