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Preparation and characterization of IRF-4 binding protein and its polyclonal

antibodies
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Abstract Objective To express interferon regulatory factor 4 binding protein IBP  a novel conserved
molecule engaging in autoimmune response and prepare its polyclonal antibodies. Methods IBP specific
fragment 1228 —1 893 bp selected by means of bioinformatic methods was subcloned into prokaryotic ex-
pression vectors pET32a and pGEX-KG and then the recombinant plasmids were transformed into BL21 respec-
tively and induced by IPTG. The objective fusion proteins were purified by affinity chromatogram with His or
GST and negion exchange columns. Rabbit polyclonal antibody serum was prepared by a modified rapid immune
procedure followed by purification of protein A column. The titer and specificity of the antibody were determined
by ELISA  Western blotting and immunohistochemistry. Results HPLC indicated that the purity of pET32a/
IBP and pGEX-KG/IBP fusion protein was 92% and 87% respectively. The titer of the final purified antibodies
was up to 1:51 200. Western blotting and immunohistochemistry revealed that the final purified antibodies were
highly specific to native IBP both in human and murine cells. Conclusion The specific IBP fusion protein is ob-
tained. The final purified polyclonal antibodies against IBP have specificity to native 1BP.
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13 IRF4 1243
IBP IBP 920% * IBP ¢cDNA mmol/T, 100 mmol/L pH=3.0 0%
5/ Def-6 ¢DNA 1 100% -20 C pET32a
His
-20 C
1.2.6 pGEX-KG/IBP
IBP
MIF proBNP N
IBP I LEF-1 96
1 ELISA Jurkat SW620 LoVo HT29 SW480 IBP
RNAi-Jurkat Realtime PCR
1.1 70% RNAi-Jurkat
HiTrap Q His  HiTrap chelating HP GST 1:500 1:500
GSTrap FF yProtein A Pharmacia Western blot Jurkat
Gibco Jur- 1: 100
kat SW620 LOVO HT29 SW480 )
ATCC pET32a pGEX-KG BI21
Marker IBP 2.1 1IBP
RNAi Jurkat RNAi Jurkat ¢ IBP 670 bp
S-P pET32a  pGEX-KG
1.2 IPTG pET32a/1BP
1.2.1 IBP 1BP pGEX-KG/IBP 1 46 x 10°
1228 ~1 893 bp RNA RT- 52 x10° 1
PCR cDNA KOD-Plus IBP GST SDS-
pET32a/IBP  pGEX-KG/IBP PAGE DHPLC
BL21 IPTG 9% 87% Brodford 0.6 1.0 mg/ml
1 mmol/L 50 ml 20 mmol/L
M 1 2 3 4
Tris-HCl pH =8.0
1.2.2 pET32a/1BP
97x10°*—
20 20 mmol/L
Tris-HCl 1.0 mol/L NaCl pH=8.0 0% 100% 66X 10°—>
His
20 mmol/L Tris-HCl 0.5 mol/L NaCl pH =8.0 “—46x10°
A
43x10°—
20 mmol/L Tris-HCl 0.5 mol/L NaCl 0.5 mol/L M 1 2 3 4
Brodford 4 C 97x10"—
1.2.3 pGEX-KG/IBP 66x10*—
52107
GST 20 mmol/L 3K =
Tris-HCI 0. 15 mol/L NaCl pH=7.3
50 mmol/L Tris-HCl 10 mol/L pH=8.0 0% X1 .
100% Brodford
4 C A pET32a/IBP M 1 BIL21pET32a/IBP
1.2.4 pET32a/1BP 300 pg 1:1 2 BI2IpET322/1BP 3 4 His
2 2.5 kg
3d B pGEX-KG/ IBP M 1 BL21pGEX-KG/
IBP 2 pGEX-KG/IBP 3 4 GST
28 d 3
10 3 7d 1 pET-32a/IBP pGEX-KG/IBP
4°C -70°C
1.2.5 100 2.2 IBP
mmol/L 100 mmol/L pH=7.0  1:9 Protein A pET32a
SDS-PAGE

Protein A 100
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