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Cloning and high level expression of gene encoding human sCR1 binding domain in
E. coli

LUO Xue, WANG Zheng-qing ( Department of Microbiology, College of Medicine, Third Military Medical University, Chongging
400038, China)

Abstract: Objective To clone and express the gene encoding the binding domain of human soluble
complement receptor type 1 (sCR1). Methods sCRI1-SCR15-18 ¢DNA was amplified using RT-PCR from
human monocytes of peripheral blood and sequenced using vector pMD-18T. Recombinant pET32-sCRI-
SCR15-18 was constructed using prokaryotic expression vector pET32 and transformed into bacterium BL21,
IPTG was used to induce gene expression and the obtained expression product was identified by immunoblot-
ting. Results The gene segment that specifically encodes sCR1 was synthesized, the sequence of which was
consistent with that of sSCR1-SCR15-18 cDNA as registered at GenBank. A prokaryotic expression recombi-
nant pET32-sCR1-SCR15-18 was constructed. The amount of target protein accounted for 40% of the total
bacterial proteins and inclusion bodies were present in the bacteria. Immunoblotting showed a single positive
band at the site of 43 x 10°. Conclusion The gene encoding sCR1-SCR15-18 was cloned from human mon-
ocytes and efficiently expressed in E. coli.
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1: RT-PCR product; 2: DNA marker
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Fig 1 1% agarose gel electrophoresis of sCR1-SCR15-18 cDNA
RT-PCR product
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1: The recombinant pMDI8-T-sCR1-SCR15-18 by enzyme digestion;
2. DNA marker
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Fig2 1% agarose gel electrophoresis of pMDI8-T-sCR1-SCR15-
18 by enzyme digestion
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1: pET32 by single enzyme; 2: Recombinant vector by enzymes; 3; DNA marker
E3 EAREIHEABMID“UN 1 %REMEREBKSRE
Fig3 Agarose gel electrophoresis of recombinant vector by en-
zyme digestion
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1: Protein molecular weight marker; 2 - 8. BI121/pET32-sCRI1-
SCR15-18 induction from 1 to 7 h; 9; Before BI121/pET32-sCRI-
SCR15-18 induction

M4 FEEESEEBREN SDS-PAGE
Fig4 SDS-PAGE analysis of recombinant protein in different time

1 2 3 4 5 6 7 8 9 10

1: Total tropina in the optimal condition; 2 - 5; Total tropina when
IPTG final concentration is 0. 1, 0.5, 1 and 2 mmol/L; 6 - 9. Total
tropina at 20, 25, 30, 37 °C; 10; Protein molecular weight marker
M5 BEFSFENWE
Fig 5 SDS-PAGE analysis to ensure the optimal condition
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1: pET32-sCR1-SCR15-18/BL21 expression; 2: Protein molecular

weight marker

H6 MERNREYEES KRR
Fig 6 Waestern blotting of recombinant plasmid expression product
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