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Q786 A 1000-3061 2000 04-0514-03
Scu-PA-32K Scu-PA N Scu-PA-32K
Scu-PA 1.1.2 Ncol Notl Ndel Ball
! T4 DNA Promega
1 2 HRP
—Scu-PA-32K IPTG
D-
Scu-PA-32K 1.1.3 PCR
AGG PCR Pl 5" CGGAATTCCATATGGCCATGGCACAAGTTC-
AGG CGT AGCTGGTTGAATCTGGTGC3’
2% ~3% 30% 3 P2 5" GCTCTAGACATATGTTATCAGAGGGCCAGG-
CCATT3’
P3 5" ATAAGAATGCGGCCGCTGGCGGTGGAGGCA-
HAMA Biosym GCGGAGGTGGCGGAAGCGG
Fv AGGCGGAGGTAGCTTAAAATTTCAGTGTGGCCAA-
Fv AAG3’
Fv Pl 5
Fv Fv P2 Scu-PA-32K 3 P3 3
Scu-PA-32K 5 Ball
hscFv P3 5 Not 1
4 Gly,Ser 3
hscFv ~ Scu-PA- 1.2
32K 1.2.1 5
1.2.2
E. coli BL21 DE3
1 LB 37C ODgyy 0.8
1.1 IPTG 1 mmol L 5h 5000 ¢g 4C 10
1.1.1 E. coliDHSa  BL21 DE3 min
PET15b T7 1.2.3 Noveagen pET
pUCI19-HSCFV 6
pET3b-msp 1.2.4
1999-08-06 2000-03-10
102-09-03-01
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OD,9,

2
2.1 Ala ;

Notl Ncol pUC19-HSCFV

HSCFV  Notl Ndel
pE3b-msp Scu-PA-32K pET15b
Neol Ndcl
pET15b-HSP 1
E. coli DH5a Neol Ndel

2.2 Gly,Ser 3

P2 P3 pET15b-HSP
PCR 5 Gly,Ser 3
Scu-PA-32K PCR pET15b-HSP

Not1 Ndel

pET15b-HLSPI1 1 E. coli DH5a

Not1 Ndel
Notl Ndel

| J linker Scu-PA-32K |

0.1 Urea 8 mol L. Na,HPO, 0.02
mol L NaCl 0.5 mol L 3h
4°C 34000 g 20 min 4T Brad-
ford
0.5~1.0mg mLL S5 mL 9 Tris-
HCl 50 mmol L L-Arg 0.2 mol L. EDTA 1 mmol L Urea
100 mmol L 0.25 mmol L
1 mmol L 10T 48 h
8~10 kD 50 PBS 48 h
4T PBS 1 25% PEG 20 000
PBS 5 mL 12 000 g 4C 10 min
-20C
1.2.5
6
1.2.6 ELISA D-Dimer
1% BSA
HRP
OPD HRP 2 mol L
Neol
T7 prompter HSCFV
PET15b-HSP
pET15b-HLSP1
1 pET15b-HSP
PCR
pET15b-HSP Scu-PA-32K pET15b-HLSP1
PCR Scu-PA-32K pET15b-HSP  pET15b-
HLSP1 Ball 4387 bp
3200 bp 4387 bp
pET15b-HLSP2 DH5« Ncol Ndel
2.3
BL21 DE3 1 mmol L IPTG SDS-PAGE
30%
2
2.4
8 mol L
3 ELISA

hS (Gly4$er)3 -

pET15b-HLSP1

2 pET15b-HSP BL21 DE3 pET15b-HLSP2 BL21
DE3 SDS-PAGE

a. Insoluble fraction of pET15b-HSP BL21 DE3

b. Soluble fraction of pET15b-HSP BL21 DE3

c. Insoluble fraction of pET15b-HLSP2 BL21 DE3

d. Soluble fraction of pET15b-HLSP2 BL21 DE3

e. Protein molecular weight marker

a. 1.0u urokinase b. Fusion protein with linker Gly, Ser 3
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D-
HRP
ELISA

1

D-
G1y4Ser 3
GIY4SCI‘ 3

1 ELISA

OD 9,

2 3 4

0.02 0.76 1.75 2.26

ELISA process coated with antigen D-Dimer + tested sample + rabbit anti-
UK antibody + goat anti-rabbit IgG HRP OPD as substrate for HRP.

Al PBS as tested sample A2 Fusion protein with linker Ala ;3 as tested
sample A3 Fusion protein with linker Gly,Ser 3 as tested sample A4

UK as coated antigen and PBS as tested sample
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The Construction and Expression of Two Humanized scFv-urokinase Fusion Genes

LIU Zhi-Gang YU Wei-Yuan WANG Xiang
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Abstract By using PCR and DNA recombination two fusion genes of humanized mouse anti-human fibrin scFv and low

molecular weight single chain urokinase Scu-PA-32K was constructed. The difference of these two fusion genes lay in the

linker between two moieties one was

Ala 3 and another was

GIY4 Ser 3

. These two fusion genes were both overex-

pressed in E. coli with the expression level at 30% . Both expression products showed the activity of binding antigen D-

Dimer and activating plasminogen after the denaturation and renaturation but under general refolding conditions the one

with linker Gly,Ser 5 showed better effect in the renaturation of fusion protein.
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