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Construction of the Recombinant Plasmid with esat6
Gene and Its Expression in Streptococcus gordonii

JIA Ping DU Xian-Zhi"

(7he Second Affiliated Hostipal of Chongqing Medical University, Chongging 400010, China)

Abstract: To construct expressing vector carrying esat6 gene and express this protein in Streptococcus gor-
donii GP251. esat6 gene was amplified by PCR with specific primer from genome of Mycobacterium tuber-
culosis (MTB)H37Rv. Inserted esat6 into the pMDI18-T vector by T/A clone to get recombinant vector
pMD18-esat6. Then digested pMD18-esat6 with restriction enzyme, esat6 was cloned to vector PSMB104
and expressed in Streptococcus gordonii GP251. The expression of esat6 protein was detected by
Tricine-SDS-PAGE and Western-blot, ELISA technique was also used to detect its secretory volume. Re-
striction endonuclease, PCR, Tric ine-SDS-PAGE and Western-blot confirmed that esat6 gene was cloned
into expressing vector successfully, and a 10 kD protein secreted in Streptococcus gordonii GP251, this pro-
tein has a good immunogenicity. The expression vector of esat6 gene was constructed, and esat6 protein ex-
pressed in Streptococcus gordoniil successfully, it will be benefit for future study.
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Fig. 1 The amplification of esat6 gene by PCR
1: ;28 esat6

1: DNA marker; 2: esat6 gene by PCR.
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Fig. 2 The confirmation of pMD18-esat6 vector by restric-
tion enzyme

1: ; 2-5: pMD18-esat6 .

1: DNA marker; 2-5: pMD18-esat6/Kpn I+EcoR 1.
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Fig. 3 The confirmation of PSMB104-esat6 recombinant
vector by restriction enzyme

1: ; 2, 3: PSMB104-esat6

1: DNA marker; 2, 3: PSMB104-esat6/Kpn I+EcoR 1.
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Fig. 5 Western blotting analysis of the immunogenicity of s esatb
expression product GP251 GP251 P230

1: esat6 5 2: GP251

1: esat6 protein; 2: Negative control of GP251.

R 1 ELISA EE#i esat6 & HHIRIE(xES)

Table 1 Quantitive detection of esat6 protein by ELISA

3h 6h 9h 12h
Experimental group (ng/m ) 8.3+1.4" 77.6£5.9" 96.8+7.8" 94.5+7.5"
Control group (ng/mL) 1.9+0.3 2.2+0.4 2.1+£0.3 2.0+0.3
, (P<0.01).

Note: There is statistical significance compared with control group respectively (P <0.01) .
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