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Abstract AIM To construct a prokaryotic expression vector of 5 CCR5 HIV-1
CCRS5 extracellular domain recombinant protein and to purify and 1 CCR5
identify it. METHODS To obtain amino acid sequence of CCR5 HIV-1
extracellular domains the four peptides of CCRS N-term ECL1
ECI2 and ECL3 were combined using the soft linker and named
rCCR5. RCCRS gene was synthesized according to codon E. coli CCRS HIV-1
preferred. The gene was cloned into the vector pET-22b + and . CCR5
the aim protein was expressed in E. coli. The expression product ®. CCR5
was purified and then identified with Western-blot. RESULTS CCR5
We developed a purification process of rCCRS5 from inclusion CCR5 CCR5
bodies. The procedure included washing and solubilization of HIV-1 HIV-1
inclusion body purification by SephacrylS-300 and refolding by CCR5
SephacrylS-100. The result of Western- blot showed the specific CCR5
binding of CCR5 mAb with aim protein. CONCLUSION Puri-
fied recombinant protein rCCR5 is obtained successfully which
can be used as a candidate antigen for CCR5 autovaccine to
challenge HIV-1 infection. 1
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linker GGGGS
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Nde |

Sal 1
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1.2.2 pET-22b + /rCCR5
pUC57 Ndel Sall
360 bp
Sal 1 pET-22b + .
16C . DH5a

DNA
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rCCRS5.

1.2.3 pET-22b + /1CCR5
pET-22b + /1CCRS

pET-22b + /

BL-21
BL-21
100 mg/L Amp LB
37C 1:100
100 mg/L Amp LB 37C
Ao =0.4 ~0.6 1 mmol/L IPTG

S mL

4h
SDS-PAGE
1.2.4 LB
LB 37C 10h
200 mL LB 37°C .
5L . 37<C
250 ~450 r/min 3~5L/min pH7.3.
Agoonm =8 1 mmol/L IPTG 4 h
-20C
SDS-PAGE
1.2.5 10 g
lg 7 mL
STE 50 mmol/L Tris-HCl pH 8.0 50 mmol/L
NaCl 1 mmol/L EDTA -20C
400 W
5s 10s 100 . 12000 g 4°C
20 min A 10 mL/
L Triton X-100 1 mmol/L EDTA 10 g/L DOC 50
mmol/L Tris-HCl pH 8.5 100 mmol/L NaCl
12 000 g 4°C 20 min .
B 50 mmol/L Tris-HCl pH 8.5 2.5 mol/L
100 mmol/L NaCl 5 mmol/L B- 1 mmol/L
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EDTA 3
. C 50 mmol/L Tris-HCl pH
8.5 1 mmol/L EDTA 1
1.2.6
100 g/L 50 mmol/L Tris-HCl pH
8.5 5 mmol/L B- 1 mmol/L EDTA 8 mol/
L 4°C 12 000 g 4°C 30 min
. SephacrylS-300
1.6 cm X80 cm 8 mol/L 50
mmol/L. Tris-HCl pH 8.5 1 mmol/L EDTA 100
mmol/L NaCl 2 mL
1 ml/min
SDS-PAGE
1.2.7 50 mmol/L
Tris-HCI 1 mmol/L EDTA 100 mmol/L NaCl pH
8.5 SephacrylS-100 1.6 cm x
60 cm SephacrylS-300
20 g/L

50 mmol/L Tris-HCl 1 mmol/L EDTA 100 mmol/L
NaCl 1.25 mmol/L GSH 0.25 mmol/L GSSG pH

8.5 0.5 ml/min
SDS-PAGE
4C 24 h 3 4°C 12 000
g/min 30 min . HPLC
1.2.8 Western blot
SDS-PAGE 10 g/L BSA
CCR5 mAb 1:1000
3 h TBST 3 x10 min HRP
IgG 1:1000
3 h TBST 3 DAB 5 ~10 min
2
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2.2 14 ku
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