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Cloning and prokaryotic expresson of Mycobacterium bovis MB1916¢ gene

Hao Jurfeng, Zhao Deming
(College of Veterinary Medicine, China Agricutural University / National Animal TSE Laboratory , Beijing 100094 , China)

Abstract To obtain fusion protein with high purity of Mycobacterium bovis resuscitation promoting factor C, the recom-
binant prokaryotic expression vector for MB1916¢c gene encoding resuscitation promoting factor C was successfully con-
structed. The MB1916¢ gene encoding protein was amplified by PCR technique from M. bovis genomic DNA. PCR pro-
duction was cloned into sequencing vector pGBEM-T. After correcting the sequence, pGBVI-T- MB1916c and pET-30a
(+) were digested by Sac and Kpn double enzyme. The prokaryotic expression vector pET-30a MB1916¢c was
constructed by using the purified MB1916c gene that was subcloned into the expression vector pET-30a ( +). Pasmid
containing pET-30a MB1916¢ was transformed into competence E. Coli BL21 (DE3). The bacterium was induced by
IPTG and its lysates were analysed by SDS-PAGE and Westerrrblotting assay. We proved that its molecular weight
was 26 ku and it possessed the antigentic activity of M. bovis. The prokaryotic expression vector pET-30a ( +) -
MB1916¢ gene was successfully constructed, and the high purity fused MB1916¢ protein with hexa-histidine tail at its
N-terminal were obtained. These results could serve as a basis for further studies on the usefulness o the gene and its
expression.
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