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Abstract AIM To construct the Mycobacterium tubereulosis

MTB PPEG68/GST fusion protein expression vector and induce
its expression in E. coli JM109. METHODS Rv3873 gene was
amplified from MTB H37Rv by PCR and directionally cloned into
expression plasmid pGEX-4T-1. Construct the recombinant
expression plasmid pGEX-4T-1-Rv3873 and express it in E. coli
JM109 under the induction of isopropyl-B-D-thiogalactopyranoside

IPTG . The fusion protein was purified by GST affinity chromat-
graphy and confirmed by SDS-PAGE and Western Blot.
RESULTS The desired PPE68/GST fusion protein M,63 000
was successfully expressed accounting for 40% of the total bacte-
ria. Western bolt revealed that the fusion protein could react with
the polyvalent antiserum of tuberculosis patients. CONCLU-
SION Prokaryotic expression plasmid pGEX-4T-1-Rv3873 was
successfully cloned and expressed in E. coli JM109.
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1.2 DNA 2 2.1 pGEX-4T-1-Rv3873 PCR
GeneBank Cole °* MTBH37Rv DNA
H37Rv  Rv3873 . 8 ¢/L 1125 bp DNA
P1 5'-ATA GGA TCC ATC ACC ATG CTG
TGG CAC-3' P2 5’-TAT GAA TTC CAT TAC GGG 1 EcoRl  BamHI
AGC TCA CCA GT-3'. P1 P2 5 pGEX4T-1-Rv3873 3775 bp
BamHI  EcoRI . 1125 bp BamHI
. Rv3873 EcoRI pGEX4T-1-Rv3873
PCR H37Rv PCR 4900 bp 1125 bp
DNA 94°C 5 min 94°C PCR
1 min 59°C 1 min 72°C 2 min 72°C 5 min 1125 bp 2.
30 T2°C 5 min.
SUL 8 g/L . GenBank H37Rv Rv3873
PCR pGEX4T-1 100% pGEX4T-1-Rv3873
BamHI  EcoRI
T4 DNA -
16C . 5 UL
“ JM109 200
UL 50 mg/L LB
37<C . N
DNA PCR . -
TM109 37%C b
1:100 50 5
mg/L LB OD,, A
0.6 IPTG 1 mmol/L 4 h.
M DNA marker 1 Rv3873PCR 2
IM109 pGEX4T-1  JM109 1 Rv3873PCR
1 mL PBS 3 PBS
10 g/L 10 mg/
L 30 min 12 000 r/min 5
min 1 x SDS
5 min SDS-PAGE.
2mlL 8 mo/L 0.1 mol/L Tris-Cl pH 8.5
30 min
-20C 4. M1 DNA marker DI2000 1 Rwu3873 PCR 2 pGEX-4T-1EcoRI
GST ) BamHI 3 PGEX-4T-1-Ru3873EcoRI  BamHI
TM109 SDS- 4 pGEX-4T-1-Rv3873 BamHI 5
PGEX-4T-1-Ry3873EcoRI M2 DNA marker marker VI .
PAGE 30 ¢/L 2 pGEX4T-1-Rv3873 PCR
4C 1:100 37<C
TIBS 3 2.2 pGEX-
G 1:500 37C  1h TBS 3 4T-1-Re3873  E. coli IM109  IPTG

DAB : 1 M.63 000 PPE6S
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