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ABSTRACT

This research is concerned specific primers designed for Vibrio harveyi to detect the
bacterial species in giant freshwater prawn infected with luminescent disease. Primers
fVH-1 and rVH-2, which designed from 16s rDNA of V. harveyi based on database in
NCBI homepage and ClustalW program. Optimal PCR conditions, i.e. DNA, primers,
MgCl,, PCR cycle and annealing temperature, were examined with V. harveyi ATCC
14126 and Aeromonas hydrophila KU 44001 as reference strains. The bacterial isolates
from hepatopancreas or other organs from diseased prawns were manipulated for DNA
extraction by standard phenol-chloroform method. The extracted DNA was then tested
with primers fVH-1 and rVH-2, and also tested with genomic DNA of giant freshwater
prawn. From the results, primers fVH-1 and rVH-2 were specific to V. harveyi with
optimal PCR conditions of 2.5 ng/ul DNA, 0.5 pmol/pl primers, 1.5 mM MgCl,, 60 °C
annealing temperature and 29 cycles. From the optimal PCR condition, a unique PCR
product appeared was approximately 400 bp in size, corresponding to 16s tDNA of V.
harveyi by DNA sequencing profile. The 35 bacterial isolates from giant freshwater
prawns infected with luminescent disease collected from hatcheries were used to amplify
with primers fVH-1 and rVH-2. No PCR product was detected from any of the bacterial
isolates after PCR assay. The results implied that there had no V. harveyi from the
diseased giant freshwater prawns. As well, the PCR product did not occur to the genomic

DNA of giant freshwater prawn in PCR assay with the 2 primers.



