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Abstract; The gene encoding potato carboxypeptidase inhibitor was amplified by polymerase chain
reaction, and cloned into PGEX-4T-1 vector. The recombinant expression plasmid pGCPI was
sequenced and was transformed to Escherichia coli BL21. reCPI-GST fusion protein expressed
after IPTG induction was purified by glutathione Sepharose FF affinity chromatography. The
purity of reCPI-GST reach at 97%. Purified reCPI was isolated after cleavage from fusion protein
with thrombin. Elisa assays showed that reCPI bound with CPI antibody. There was no evident
difference between reCPl and natural CPI in carboxypeptidase B inhibitory which enhance
fibrinolysis in vitro.
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1.1 ##
L1.1 B#AaEE B pGEX- 4T-1 # E. coli
BL21.E. coli XL-1 Blue 3y i A LR FHRH.
1.1.2 S5&N R EAYIE.DNA EERH.
LA Tag DNA B4 8 :WF B 4 Takara 22 8] ; 81
B.AXRELEYHEARARA =R IPTG:BWTHE
Nacalai Tesque 22 7] ; #2 ik B 30 % 7] (CPD , ¥ K BE
A(CPA) R 4 ¥ 8§ BIE Y (tPA) . I3 T Sigma
AT TR N, N'- T B B U 48 BERE : Promega
ARG EPBREER-L-AREAR, HFEZ—
Bz (TEMED): Fluka A R = & MB AW ES
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1.1.3 &M% PCR{L:BIOMETRA A A=
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3:Bio-rad A A =& E YR KB RO RS FR-
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1.2 H%
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1.2.2 PCR## MELS CPIGBERHY
DNA F3 &+ TFH519:

g4y 1.5 AAGGATCCGAACAGCACGCCG
ATCCGATCTGCAACAAACCGTGCAAGACTC
ACGACGACTGCTCCGGCGCTTGGTTCT 3’

2|4 2.5’ AAGTCGACTTAACCAACGTA
CGGGCCGCAGGTACGAGCGCTGTTCCAGC
AGGCTTGGCAGAACCAAGCGCCGGAGCAG3’

51918 5 % & BamHI YL A5 2 B9
5’9 & Sall BUILAR.

50 puL RPEHE R F%H PCR Z i 5 pL, 25
mmol/L MgCl, 5 pL,2. 5 mmol/L ANTP 8 pL, %
e 4> 8% 20 pmol,0. 50 LA Taq DNA K&
B. PCRY &M K94 CEH 3 min, T H R
10 AMEIR (94 CHEH: 30 5,50 CHHM: 30,72 CHE
{8 1 min),72 *C10 min,

1.2.3 EAXBHENRFFHARLETONF
$hix B EEHBEYE E. coli BL21(pGCPD)
F1 E. coli BL21(pGEX-4T-1) 5 F & 100 pg/mL
EXEFEENLBEREP,37 CTREGESF 14~
16 h, REUSHHBEMBEZH S LB EHE
FLOIRGIEIEE Ao 0.5~0. 7 BF A 1 mmol/L
HRFERRLD-EABHEAPTOES 4 h, B.L
R .
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1s,[HBR 3 s,3t 180 ¥R, AMBE B Z 12 000 1/
min .0 30 min, EFWEN 0. 45 pm WL B E
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JE R 3 AR AR BAY BEBE 28 v (& TR B 4B 0. 6%
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Fig.1 Agarose electrophoresis of PCR product
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Fig.5 Effect of reCPI on fibrinolysis
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