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2. China Animal Health and Epidemiology Center, Qingdao, 266032)

Abstract
tant pathogen in aquaculture. TRH (TDH-related hemolysin) is one of major virulence factors produced by VP. The bio-

Vibrio parahaemolyticus (VP) is a Gram-negative, facultative anaerobic marine bacteria, which is an impor-

logical function and nosogenesis of trh gene remains completely unknown. In this study, we cloned trh gene from the ge-
nome DNA of VP by polymerase chain reaction (PCR). The PCR product was purified and inserted into prokaryotic ex-
pression vector pET-28a(+). The recombinant TRH was successfully expressed in E. coli strain BL21(DE3)and purified by
Ni-IDA affinity chromatography. The recombinant TRH was activated and showed the hemolytic activity after renaturation.
Targeting vector of trh gene was constructed by homologous recombination and gene deletion mutant was identified by
PCR. Hemolysis was identified on 5% rabbit blood agar plate, The gene deleted mutant could induce hemolysis. It indi-
cated that knockout of single gene had no influence on hemolysis of VP. In summary, the results have laid a good founda-
tion for further exploration of the pathogenicity of VP from sea food isolates.
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