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Abstract: [Objective] The study was to construct the bait expression plasmid pGBKT7-VacA P58 of
Helicobacter pylori Vacuolationg cytotoxin A P58 subunit in order to lay a foundation for screening un-
known protein interacting with P58 subunit from the Yeast Two-Hybrid Systen. [Method] The P58 gene
fragment was amplified from Helicobacter pylori type strain NCTC11637 genomic DNA and in frame into
vector pGBKT?7. Verified by sequencing, the bait vector was transfected into AH109 yeast cells. And the
expression of the bait protein was analyzed by Western-blot. Meanwhile, the toxicity and self-activation of
the bait protein were detected. [Result) Helicobacter pylori Vacuolating cototoxin A P58 subunit was am-
plified and cloned into the vector pGBKT7 successfully. The bait vector was then transferred into AH109

yeast cells successfully,and no toxicity and self-activation were found. The expression of the bait protein was con-
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firmed by Western-blot. [Conclusion] The bait expression vector pGBKT7-VacA P58 was constructed successful-

ly.thus providing a foundation for further studies on the proteins interacting with Vac A in order to reveal the mol-

ecule mechanisms of invasion and toxic effect and signal transduction pathway ultimately.
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Fig.1 PCR products of VacA gene P58 subunit
M. Marker DL2000;1. VacA gene P58 subunit products
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Fig. 2 Idetification of the recombined plasmid pGBKT7-VacA
P58 by restriction enzymes BamH | and EcoR | digestion
M. Marker DL2000; 1. Recombined plasmid pGBKT7-VacA

P58 digested by restriction enzymes BamH | and EcoR |
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2.4 EfH VacA P58 EHHK Western-blot 3%
Western-blot 43 #r 45 3 (F 3) 7, B4 VacA
P58 & 4 F i & 298 35ku, 5 Wi 45 A4, Ut
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Fig. 3 Results of Western-blot detection of VacA P58 protein
M. Protein Ladder Marker; 1. Immunoblotting of VacA P58 protein
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