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W OB OALGRTMAEORMRES, BT MK SKS T2 9678 cDNA B R
AER EXBHEPREATROERN, RAXERATYNRFGRNXKRMUBHER, 3F
RAREMBHBAFERSMROTTRE I RERESHIIE.

XRE ROTREHRNE ISECHEEK BEES

k4T F B B 55 FR BB (scu-PA-32K ) 2 B85 bR 0B (scu-PAY B —FP AT E YD, B scu-PA
B 144-411 U H BB EAR, BE 5 scu-PA LI BRER, E —ENERESH,
S RS FREER K/, B MAREAMERENA, AFES
BB ORI FARE I o 8 N 3R 1720 L EERFL HARURFNH AR
EORERSME™, FHRAZERSN AT EBNBRIA R QMK scu-PA-32K
RESF, XSS FHITERERRANRENENE, N EBERGETEHNREE
BRABEE —EFR LGRS B THRRSFSHEZORERREE SRS, LA
SEMESTEHEBEFNEREREEE. BSAYEABLERESRS TENSERK
B S P AR B B Pe i S), B A REEH . U RSN —%E S, BT scu-PA-32K
FHESFENERMMESNEREERE, ri AEERS FBIRGARKMEKS scu-
PA-32K B G YR AREETRESHTUYEWBABEK ™Y, FHTBFERLRR
SR E P
1 #

E.coli JMI101, E. coli DHS« A XRFREWH. B4 pMM-UK-32 ERGTRE
R BMEER cDNA, A& LB FMERE; Fh pUCI8 W B #E 7] ; JAL pBV220 AW
WELMSRESEWRAER, FHTEHS54% 4R F B Biolabs, Promega {4 %
AF o [«-PP)dATP (10pCi/ DB B L ZB/I A 7 R IL R EME [gG . HRP FRiCH SILERE
BB 1gG AR EH 4, HRP 4 Sigma A7 =&k ATLF B RABRE A RN Sigma
AR EARFEAR RO RERYBRE TAEREDH SRER.

2 F i
2.1 MAFRERHE DNA KSR
R 381A BA R, AR AR ELREHRRAE K.

EFa R E S REiEE,
EXT 199658 H 26 B F.
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2.2 DNA FE55#k
% A Pharmacia®™ Sequecing™ Kit 4148 /& 3#17.
2.3 BREHEHE.EHEZLE
£ BOCER 7 1 B R T,
2.4 ELISA 338
H W8 (8] B A T,
2.5 BREE(LTAEEDFR)ER
SRR BHF BT,
2.6 MEBELTL
10p] TEF BB IR AT 4 28 F R (10pg/ ul) 400 PBS(pH7 2) 1 50pl FRllFERIR SIS
BIA 10u! BEEUES (2BP o/ml), B IR 5, D R R i YE et i, M 501 PBS 1E R4
W,

3 £ R

3.1 hFEOHARSES FREGRABBSERNME
3.1.1 M EARMI DNAMER: EMRERFE S -3 KK AR HER DIEBLE,
B Hind [l #5 K EcoRV (L& H M FIFEEN S ATG AR FEV (REBHEE
BS 4 :Gly Pro Ary Pro); £ 8K, KB 4 MHEEBREBFH.
3.1.2 BAEFEmH@EY, B Pstl.EcoRV WEEY pMM-UK-32 Bk, B seu-PA-
32K ¢DNA, B PST I 1 Hnd [l SLES Y] pUCLS UKL, [Bilic 24 2. 86kb iy B, M5k A B2
5 R ENH scu-PA-32K cDNA B ML F A5 M Bk oDNA B BE#, HFE{LZHEE
IM101, BE FEEL E DNA FFI4T, B oS BN T4 RR pMM-A4-UK-32.
3.2 BEeERTELBAEIHNRER~HEESH
3.2.1 EFRHEHHE. pBV220 £ EcoRI B Y], DNA B 488 I Klenow K B3 T,
Pstl BEYIFE, B F BREE T 304K, 5 B AL pMM-A4-UK-32 DNA £ EcoRV-Pstl X E4]
FEE Y A4-UK-32 RETHEE H{LZRE E. coliDHSq, 22 A H % B ik i If 7 . R )
PE R YIRS 4T, SEB AT B K R pBV220-A4-UK-32, SRR EH SRR N E.
coli DH5a( A4-UK-32).
3.2.2 RMEERERGITH MR HEA: B E. wli DH5(A4-UK-32)% 30T & 5%
FNRCHRESERG, HOWERE. BFER.EC, WETEMLE.
3.2.3 REAFYHEHEEI. ELCALCREMNELSESERE LEMEHE, 428
B, RERESY UM EHENERERHERXEE CREFYRAT S RARKE
18R] R

EREATRSERURAEEESERR LENEEERRAEAEE(E 1), X
FrE g E T S R S M E M, XN R AP EE 5 XA REEAER M E 5.
fr et R 92 0 4 B4R B 9 2R AA B 49 R 10001U/Ls

WELTRAERERA(E 2)ERSER A4-UK-32 %L_F%Fi DAL AL PP FLT:op: 3
A 1] bb PR ST B K RV 2= o 49 4F SR BT [B] B 3 JE 5 T #E pBV220 Jziiﬁi%ﬁﬁﬁm B
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500 |-
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£ q00F
55 300 | $ ) TN s
g T H1 MEEEaTFRER
<200 | Fig.1 Fibrin plates assay
100 L . L | 1. Cell lysates of E. coli DHSa(pBV220)
1 z 3 4

2. Reference urckinase

3. Supernatant of the cell lysates of E. coli
DH5a{ pBV220-A4-UK32)

4. Refolding products

B2 WEEXR
Fig.2 Anticoagulant assay
1. Cell lysates of E. cofi DHS o pBV220)
2.PBS(pH7.2)

3. Human arokinase of low moleculas weight - 1A 0 K53 F B FR BB W VL S 4K 2R R, 4R
4. Ad-UK-32 F47 B 2 Fof (] 0 R e B R Y A R P B R R e [
M, ZEITHBER, XRAMES ZEH Ad-

UK-32 REFHRENAEEOLERSEE.

4 3 W

Phaneuf 'S F{b 2 S B rEWE T EA KB ENSEHBE W, KIFRER
KA SUGRBEREREFER 2 TEAEMN RS WY M, THEBREE
HERER. BIITEREYHET KEE 12 Bk5 scu-PA-32K ¢DNA MRS HE, &%
TR RS REE XA AT ERETEER, Chibbed ™ HESRUISHHFTEHA,
SRS B R B 1D B A AT A 470 VT 35 H5R A b 88 SR R SR AT I Bl R B TR A, DB LR SR Y ¥
BAZZFEMAEESHRE; EENES I H LRI 6T R F 68 ERK
ANLPRAREER. FERITHFER, o LU, KRS scu-PA-32K @& =808 7T
RER A —RAFEFERARENBEANERS T, CHWERTNEMSFHEREE
EMTFEESERGEESE, SBE MR ; B, a5 ILERisT B ERE,
B— I REFRHEE, MEXFELBRINREROBRGYHERYEADE, BT
At BRI RE—EE RN E R

RO LIRS, AEFRM SO T ERGEEHRKRS REBERANES FE
AfTH. XAKB—AHEUBERYEFRT —&FWER, W AHTEREANTREE
T #w

2 £ X W
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Characterization of the Fusion Protein with a
Fibrin-adherent Peptide and scu-PA-32K

Zhang Yongshu Li Xiuzhen Cheng Dusheng Liu Fengyun
(Institute of Biotechnology, Academy of Military Medical Sciences, Beijing  100071)

Abstract The fibrin-adherent peptide ¢cDDNA was chemically synthesized and fused with the scu-PA-
32K, the single chain urokinase of low molecular weight. The fused gene was expressed in E. coli.
The results of activity assays showed that the fusion product remained the same antigenicity and the
fibrinolytic activity as urckinase, obtaining the ability of inhibiting fibrin monomer polymerization in

WO

Key words scu-PA-32K, fibrin-adherent peptide, fusion gene

© PEMZREBEDHFRMATIESREST http://journals. im.



