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K. LPS A m i i ol T A2 K& sh ¥ i 1 &
[CHER AW, Woke 3R 4 fith o' W B0 A5 4 [Q 1
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Vector il pET-28a(+) Vector %5 &4 1% 1 W
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PCR ¥ 3 %440 .94 C AR 4 min; 94 C
1 min,58 °C 30 s,72 °C 1 min, #47 30 1§ 3 ;
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HEAT AT T
17 ERZEARHAWL
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SRR BN PR 20 B T 0. 45
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HEAT Al Ak A AR
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1. B RBP4 The target genes amplified by PCR; M. 43
F AR ICY DNA marker DL2000.
B 1 Wbkc HRUEEERE PCREYHBXER

Fig.1 Electrophoresis result of Wbkc specific

gene fragment of PCR products
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1D:1197129. ) — 3, & W] 5 20 Jio ki 44 2 % ), B
(R BE DR Woke TE B9 A2 38 SR 1 B 52 HE ]
23 BEAEANBERIX

¥ H 4 B pET-28a-Whbke # A K W #T B4
BL21 th 4715 5 K3k, 4k IPTG W 5 5 IR E
Fifs Gt ]8R 5 #EAT LUK A b, S5 SRR IR A
7 ) 8RR OGS 43 I a5 TR0 ) AR 43 F 5 29 000
HRF(E 3, EHAEANHEREKRKREERE B
O UEE TR A, FH PBS BRI L 8 75 24 M i e L o o) i 4
IS MPLIE. A His trap FF EH A R AN RS
E A AT 4l Ak, 3F 64T SDS-PAGE HL K, 571 15 M
1 H 1 45 (803,
2.4 Western blot %7
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A. pMDI18-T-Whke: M. DNA marker DL2000; 1,2, ki pMDI18-T-Whke i XU 724 Products of plasmid pMD18-T-Wbke double
enzyme; B. pET-28a-Wbkc: M. DNA marker DL2000; 1. fi ki pET-28a 9 X Y] 7= 4 Products of plasmid pET-28a double enzyme;
2. JFRL pET-28a-Whke XU U 724 Products of plasmid pET-28a -Wbkce double enzyme.

B 2 FAFH pMDI8-T-Wbkc(A) (pET-28a-Wbke(B) K W EEHI =41 % (BamH T /Sal T )

Fig.2 Recombinant plasmid double enzyme product identification (BamH 1 /Sal 1 )
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M. & A 4> T M X 5 7 i 2 #5 #E Relative molecular mass pro-
tein molecules; 1. F k=¥ ) SDS-PAGE Expression product to
SDS-PAGE experiments; 2. 4l fk (1) 5 21 2 [ Purified product of
Whbke protein.

3 BHMEAMREMANL SDS-PAGE 557
Fig.3 Objective protein expression and purification
SDS-PAGE analysis
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LR FH 00 TR G D7 3 A ) 2% R A 52 Bk v oy
T A EG X I R 2R B R R A R A
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P9 LT85 = A 0 Pl T A7 A 52 SRR R E 28 51 K SR
SRR 5 HEBIE W T 7 AR I PR I PR I 32 B R

66 000

45000

29000
35000

27000
20000

14 400

9500
6500
4100

M. # H 5 T M 5F 4 F 5T 45 #E Relative molecular mass pro-
tein molecules; 1, 2. pET-28a-Wbke 2 i5 f* #) The expressed
product of pET-28a-Whbke.

B 4 =EZHE B/ Western blot # iUl
Fig.4 The results of Western blot of

recombinant protein
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Abstract

In order to clone the formyltransferase gene (Whkc) of Brucella abortus,express the gene

in E. coli and detect the immunogenicity of the expressed protein,the Wbkc gene was amplified from the

genomic DNA of Brucella abortus by PCR. The amplified fragments were digested with BamH I and

Sal I and then cloned into the pET28a vector. The constructed recombinant plasmid pET28a-Whbhkc was

transformed to E. coli BL.-21 and induced to express the fusion protein. The protein was then purified by

histidine-binding resin column chromatography and the immunogenicity was detected by Western blot.

The recombinant plasmid was verified by PCR, double-enzyme cleavage and sequencing analysis. A spe-

cific protein band of 29 000 (relative molecular mass) was identified by SDS-PAGE and the expressed

product showed good immunoreactivity by Western blot.
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