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Abstract AIM To express Mycobacterium tuberculosis
Ag85B/ IL-2 fusion protein in E. coli to purify and identify it
and to detect its biological activity. METHODS By using
genetic engineering techniques we constructed a recombinant
expression plasmid pGEX-Ag85B/IL-2 and expressed Ag85B/
IL-2-GST fusion protein in E. coli BL21 under the induction of
IPTG. Moreover we also studied the optimal expression condi-
tions concerning IPTG concentration and induction time. After
renatured by urea in a concentration gradient and purified by
GST-Sepharose affinity chromatography and digested by thrombin
the Ag85B/IL-2 fusion protein was further purified by anion-
exchange chromatography and RP-HPLC and identified with
Western blot. Its N-terminal amino acid sequence and IL-2 bio-
activity were measured as well. RESULTS A novel fusion pro-
tein Ag85B/IL-2-GST was expressed in E. coli in a way of inclu-
sion body accounting for 30% of total lysate protein of bacteria.
After purified by GST-Sepharose affinity chromatography anion-
exchange chromatography and RP-HPLC the desired Ag85B/IL-2
fusion protein with purification degree of 98. 32% was acquired
and confirmed by Western blot. Its N-terminal amino acid
sequence was identical to the anticipation and its specific IL-2
bioactivity was 2500 u/mg. CONCLUSION Ag85B/IL-2 fusion
protein was successfully expressed in E. coli and purified. This
results established a groundwork for the further researches of
Ag85B/IL-2 fusion protein in the immunotherapy of bladder
tumor.
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1 .
1.1 BL21/pGEX-Ag85B/ 1.4.3 - RP-HPLC 3 mL
IL-2 GST . AKTA  Resource RPC
Explore 100 GST-Sepharose 4B . A 100 mL/L
Q Sepharose Fast Flow Resource RPC TFA 5
Pharmacia . Sigma 1 mL/min. 10 0% ~
. CTLL-2 hIL-2 60% B +1 g/L TFA
Ag85B . SDS-PAGE  RP-HPLC
8
1.2 GST-Ag85B/IL-2 1.5 SDS-
B121/pGEX-Ag85B/IL-2 100 pg/ PAGE PVDF 30 g/L BSA
mL Amp LB 37°C 2h Ag85B
1:50 100 mL. Amp LB HRP IgG 1:2000
Ao 0.6 2 h OPD-H,0 .
IPTG 37%C 1.6 Ag85B/IL-2 N-
SDS-PAGE PVDF
SDS-PAGE . N
1.3 GST-Ag85B/IL-2 1L .
Buffer A 50 mmol/L Tris- 1.7 Ag85B/IL-2 IL-2
HCl pH 8.0 1 mmol/L EDTA 2 mmol/L DTT 0. 1 IL-2 CTTL-2 Ag85B/IL-2
mmol/L. PMSF lg 3 IL-2 MTT .
49C 8000 r/min 20 min IL-2 U/mL = A
2 mol/L 50% / A 50%
8 mol/L 2 mmol/L B- 10 mmol/L X U/mL
PBSpH7.5 4C
12 h 15000 r/min 20 2
min 4 mol/L 2 mol/L 2.1 SDS-PAGE
1 mol/L 20 mmol/L PBS pH 7.5 M, 66 000
GST Ag85B/IL-2 Ag85B/IL-2-
-20C GST
1.4 Ag85B/IL-2 30%
1.4.1 GST-Sepharose 1. 0.05 0.1 0.5 1.0 mmol/L
XK 2b 50 mL. 10 mL/min IPTG
10 mmol/L GSH . 6h 2.
10 mmol/L PBS pH 7.5 1 2.2
mg/ml. mL 0.2u GST-
5 h. 20 pL SDS-PAGE Sepharose SDS-PAGE
. 70%
1.4.2 5 mL Q Sepharase . M. 66 000
Fast Flow 45000 26 000 3
A 10 mmol/L PBS pH 7.5 GST-Ag85B/1L-2
2.5 mL/min. 0 ~100% B 1 mol/L Ag85B/IL-2  GST 45 000
NaCl + 10 mmol/L PBS pH 7.5 Ag85B/IL-2
NaCl 280
nm 20 pL SDS-PAGE 85%.
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2500 U/mg.
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