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Abstract

Vibrio harveyi is Gram negative bacteria belongs to family Vibrionaceae and
require salt for growth. It is one of luminous bacteria. some strains exhibit
luminescence on nutrient agar. V. harveyi is a causative agent of luminous disease in
black tiger shrimps(Penaus monodon) which lead to death of shrimp within 1-2 days
and cause disaster in shrimp cultivation industries. Nowadays identification of V.
harveyi bases on biochemical test but it takes 2-3 days. Therefore, in this study, the
rapid identification of V. harveyi was developed using PCR technique. Chromosomal
DNA of standard strain of V. harveyi was extracted and gy»B gene was amplified by
universal primers UP-1 and UP-2r. This gene was linked to pGem —T easy vector and
cloned to E. coli 913. Recombinant E. coli were selected, their plasmid were purified
and gyrB gene was sequenced. Nine pairs primers specific to gyrB gene were designed
and evaluated. It was found that A B, primers which forward base sequence was 5'-
TCTAACTATCCACCGCGG-3' and reverse base sequence was 5'-
AGCAATGCCATCTTCACGTTC-3' was the most specific to V. harveyi gyrB gene.
Sensitivity of this primers was 2 x 10’ cells/ml. Identification of 81 strains luminous
bacteria from seafood found that 24 strains gave positive to V. harveyi by biochemical
test. However when confirmed by PCR technique, there was only 22 strains positive.

They were from shell 4 strains, fish 1 strain and shrimp 17 strains.
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