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Proteins 4 E (mce4 E) of Mycobacterium bovis and Analysis of
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Abstract: The genome DNA of Mycobacterium bovis (C68-2) was extracted by CTAB method. A
pair of primers was designed and synthesized according to the sequences of mammalian cell-entry
proteins 4E(mce4 E) gene of M. bovis in GenBank. The PCR product was inserted into pGEM-T
vector. Then the expression plasmid was constructed by inserting the target gene fragment into
pET30a(+) vector. By transforming recombinant pET30a-mce4E into BL21, the mce4E protein
of M. bovis was expressed in E. coli. The expressed truncated His-tagged proteins accumulated in
inclusion bodies. Purification was performed on a nitrilotriacetic acid (Ni-NTA) agarose column,
and renaturation was performed by dialysis. Final refolded protein was identified by SDS-PAGE
and western blotting assay. The protein conformation was analyzed by circular dichroism (CD)
analysis. The content of secondary structure was o-helix (39.1%) and freedom curl (60.9%),

without B-sheet and turn. Our research give some new insights into the pathology for mammali-
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an, and provide good approach for further research for the target site of medicine action.
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pression;circular dichroism (CD)
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A. Agarose gel electrophoresis of PCR amplification product; B. Recombinant T-easy-vectors
digested with EcoR | ;C. Recombinant pET 30a(+) vectors digested with Sac | and Kpn [
Bl 1 M. bovis mce4 EEEH PCR Y EREARMWEBTEE

Fig.1 PCR amplification and enzyme identification of recombinant plasmids
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In FigA. Lane 1. pET30a(+)expression result in BL21 induced by IPTG for 6 h , as control ; Lane M. Molecular
weight protein marker;Lane 2—6, pET30a-mce4 E expression in BL21 cultured for 6 h with IPTG(0.2,0.4,0.6,

0. 8,1 mmol/L)respectively;

M 1 2 3 4 5 6
Hhi——B.
43 Wl e b el w8 .
_—
B

In FigB, Lane M. Molecular weight protein marker;Lane 1—6. Eluted with elution buffer (acidic pH 4.0 ). and mi-

grated as a single band with estimated molecular mass of 45 ku
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Fig. 2 Expression and purification of recombinant protein
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M. Molecular weight protein marker; 1 — 3. Expression

product of the recombinant plasmid pET30a-mce4E in

E. coli BL21;4. Control without recombinant protein
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Fig. 3 Western-blotting analysis of recombinant protein
mce 4E
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Fig. 4 CD spectra of the purified recombinant protein
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