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Expression, Purification and Identification of the Mycobacterium tuberculosis
Protein Latency Antigen Rv1733c*
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ABSTRACT Objective To clone the Rv1733¢c gene of Mycobacterium tuberculosis and express and purify the fusion protein.
Methods The Rv1733c gene was firstly amplified by PCR from genome of M. tuberculosis H37Rv strain and cloned into pMD18-T
vector. After sequencing, the gene fragment was subcloned into the prokaryotic expression vector pPro-EXHTb and expressed in E.coli
DH5a. The expressed protein was identified by SDS-PAGE analysis and Western-blot by using monoclonal antibody against 6% His, and
the recombinant 6 X His fused protein was purified by Ni-NTA purification system. Results The gene of Rv1733c was cloned and
expressed in E.coli DH5a. The relative molecular mass of this protein was consistent with the predicted. In Western-blot analysis, a
specific binding band of this protein with 6% His mAb could be detected at the corresponding site with relative molecular mass of 30
kDa. Conclusion: The Rv1733¢ was successfully expressed and purified, which may be used as the target antigen for the novel vaccine
against TB.
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Fig. 1 PCR amplification product of Rv1733c gene and identification of recombinant plasmid pMD18-T-Rv1733c by BamH and Hind III digestion M:
DNA maker DL 2000; 1: PCR product s of Rv1733c¢ gene; 2: Recombinant plasmid pMD18-T-Rv1733c¢ digested by BamH  and Hind 11
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Fig. 2 Identification of recombinant plasmid pPro-EXHTb-Rv1733c by
BamH and Hind III digestion: M: DNA maker DL2000; 1: Recombinant
plasmid pPro-EXHTb-Rv1733c digested by BamH and Hind 111
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Fig. 4 Western-blot analysis of expression product M: Marker; 1: Negative
control of empty pPro-EXHT-b plasmid in DHS5a ; 2: Banding of

expression product with 6% His mAb
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Fig. 3 SDS-PAGE analysis of expression product M: Protein marker 1:

marker 1:

expression product of induced empty plasmid; 2: expression product of
pPro-EXHTb-Rv1733¢ without induction; 3: expression product of
induced pPro-EXHTb-Rv1733c.
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Fig.5 SDS-PAGE analysis of solubility of Rv1733c protein and purified
protein M: Protein marker; 1: precipitation of induced DH5a  with
pPro-EXHTb-Rv1733c; 2: supernatant of induced DHSa with
pPro-EXHTb-Rv1733c¢; 3-5 purified proteins of expression product of
pPro-EXHTb-Rv1733¢
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