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1.2
T4DNA Klenow Biolabs
T7 DNA PCR
Promega a-2P-dATP
uPA
Santa Cruz HRP DAB
1.3 RGD
pro-UK ¢DNA B PCR

5'CC CTT AAG GGT GGC GAA
TTC ACT ACT ATC 3’ Aft 11
5"AA CTG CAG TTA CAG AGC CAA GCC

ATT CTC TTC 3’ Pst 1
UK B
B 5'AT
ATG CTT AAG GGT GAA TTT ACT ACT ATC
GAG 3’ B PCR
Gly RGD

5'AA TTC ATG GGT CGT GGT

GAT TCT GGT GGT GGT GGT GGT C 3’
5'TT AAG ACC ACC ACC ACC

ACC AGA ATC ACC ACG ACC CAT G 3’

5 EcoRI 3 AR
DNA
mRNA
1.4 UK B cDNA PCR
pro-UK cDNA pUC9-pro-
UK PE 480
RGD ¢DNA UK B
cDNA 94C 1min 56C Imin 72T
1.5min 35 72C 7 min PCR
1.5
DNA
RGD UKB
RuB UK B
pBV220 PyP,
pBV220-RuB  pBV220-uB
1.6 DNA
pBV220-RuB  pBV220-uB
T7 DNA

1.7
pBV220 PrPL A
clts857
PrPL
pBV220
5SmL LB 30C
2% 100 mL LB 30C
ODgyy 0.3~0.4 42C
5h
1.8 SDS-PAGE
Lammeli 8
15% 5% 500
S0l S0pL 2X
100C  S5min 20pLL
SDS-PAGE R-250
1.9
9
1.10 Western
SDS-PAGE 0.8mA cm?
2h 30 min
Blotto A 5% 0.05%
Tween20 1 XTBS 1h Blotto A
0.2ug mL 4T
0.5% Tween20 1 X TBS 3
Smin Blotto A 1 400 HRP
1h 3 DAB
3~5min
1.11
10 SmL
1.4% 0.1 mol L PBS pH7.5 SmL
37C 2 mg mL
0.2mL 40C 50 NIH u mL
37C 16~24h
1.12
20mL
1000 r min 10 min
PRP 300 PRP  20pL 37C
Smin ADP 10 pmol
L CHRONO — LOG 502 USA
490nm
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pBV220 Klenow EcoRI
2 B pBV220-uB
2.1 UKB cDNA DH5«a
pUC9-proUK RGD DNA
cDNA UK B pBV220-RuB Eco R  Pst 1
cDNA  10pL 1.2% 420bp  330bp pBV220-uB
750 bp 1 EcoR 1 330bp
3 2 1 2
pBV220-RuB N
RGD
N
2.3 RuB B
pBV220-RuB  pBV220-
uB DH5a RuB
uB PrP. SDS-PAGE
3 pBV220
pBV220-uB  pBV220-RuB
1 PCR 32 kD
Fig.1 Electrophoretogram of PCR products 9.87% 10.32% uPA
1. DNA molecular weight marker Western
2. UK B chain
3. ATG-containing UK B chain 4
2.2 pBV220-RuB  pBV220-uB 2.4
RGD RuB  uB
Aft 1T Pst 1 B cDNA >
8000 TU L
EcoRl  Pst1 pBV220
6 RuB uB
RGD B pBV220-RuB
B cDNA Ps 1 EcoR 1 Pst 1
RGD UK B chain .«
Arg Gly Asp Leu Lys Gly ...

AA ATG GGT CGT GGT GAT TCT GOT GGT GGT GGT GOT CTT AAG GGT GGC GAA TTC

L 4

1D

2 RuB cDNA

5
Fig.2 Partial sequence of the 5" end of RuB
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Fig.6 Anti-platelets aggregation assay
14.4 1. pBV220 2. uB 3. RuB
3 SDS-PAGE 3
Fig.3 The SDS-PAGE pattern of bacterial lysates
1. Protein molecular weight marker
2. pBV220 3. pBV220-RuB
4. pBV220-uB
1 2 3
32kD
4 Western RGD B RuB
Fig.4 Western blot analysis of the recombinant proteins
1. pBV220 2. pBV220-RuB proUK
3. pBV220-uB Ly5158—11€159
11
LMW-SCUPA
LMW-SCUPA
RuB
B
Ly5158_116159
RGD
GPIIb MMa

5
Fig.5 Fibrin plate assay

1 2 3. Reference urokinase
4. pBV220 5. pBV220-RuB
6. pBV220-uB

Colucci 2 t-PA
finger kringle 2
kringle 2 finger kringle 2
UK B

UK B
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Construction of Fusion Recombinant Plasmid Coding for RGD Peptide and
Urokinase B Chain Its Expression in Escherichia coli and

Preliminary Characterization of Its Biological Activity

ZHU Fu-Xiang XING Gui-Chun HE Fu-Chu
Beijing Institute of Radiation Medicine Beijing 100850

Abstract A synthetic RGD Arg-Gly-Asp peptide-coding sequence was fused with urokinase B-chain ¢cDNA and then
cloned into the prokaryotic expression vector pBV220. The fused gene was expressed in E. coli DH5a under the control
of PrP, promoter by 427C induction. The expression level of the fusion protein was over 9.2% of the total bacterial pro-
teins as a or of inactive inclusion body. The purified fusion protein was obtained with similar antigenicity as urokinase

shown by Western blotting. Its in witro fibrinolysis and anti-platelet aggregation activity was also evaluated by bioassay.
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