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with Single Chain Antibody against Activated Hunan Platelet
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Abstract In order to obtain a thrombolytic-targeted protein, a chimerical molecule, scFv-U K 32,
oontaining the low molecularw eight form of Pro-urokinse(scu-PA -32k) and the single chain form
(scFv)of themonoclonal antibody SZ-51 against the glycoprotein GVl P-140 on activated p latelet
menbranew as designed and constructed The dDNA of scFv of SZ-51w as generated by PCR in
w hich SZ-51 Fab' dNA served as the template and a flexible linker (GlysSer):Glysw as intro-
duced betw een V H (variable region of heavy chain) and V K (variable region of light chain). Scu-
PA -32k DNA w as generated by PCR inw hich the pro-U K DNA served as the tanplate In the
transferring vector pBacPA K 8/Fv-U K 32, scFvw as inserted behind the Pst 1 site after the secret
peptide, and scu-PA -32k w as located on the C-tem inal of the entire chimerical molecule pBac-
PA K8/Fv-U K32 was cotransfected into insect cells Sf9 together with the linear virus A dN PV
DNA (BacPA K68 su36 I digest). The fibrin plate assay show ed the thrombolysis activity of the
supernatant of cotransfected cellswas 20 U /ml The affinity-column of monoclonal antibody
against B chain of pro-U K was used to purify the expression product 9 S-PA GE show ed that the
molecular w eight of the chimerical protein w as about 60 kD and the scanning of the D S-PA GE
show ed the purity was 82%. T he thrombolysis activity of the lyophilized pow der w as about 9 000
U /mg protein The EL ISA assay demonstrated that the chimerical molecule possessed the activi-
ty of binding to the activated platelet asw ell
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GM P-140 sz-511 Sz-51 Fab)
: , (scu-PA - pBacPA K8 DNA (Bac-
32k) , , PAK6/8su36 I digest) Clontech
proUK 4D1E8 Lijnen D eclerck
1 T7DNA Pham acia
1.1 VH VK
DNA pBS/  linker(Fig 1) SZ-51Fab’ I 1
UK32 pBSUPA (Pst 1) (Fig 2)
SzZ-51-Fab DNA (PHEN 1/
Aminoacid Gly Gly Gly Gly Ser Gly Gly Gly Gly Ser Gly Gly Gly
5 CA, GGA, GGC, GGA, GGA. TCC, GGA, GGG, GGA, GGC, AGT, GGA, GGA, GAG, CT 3’
3’ CcCG, GGT, CCT, CCG, CCT, CCT, AGG, CCT, CCC,CCT, CCG, TCA, CCT,CCT,CTC 5’
BamH 1
Fig 1 The nucleic acids and amino acids sequences of the linker between VH and V K of SZ-51
PrimerI : 5’ TGCACTGCAGCGAGTCAGGACC 3’ 1.2.3 scFvU K32
Pstl DNA 1 ug,
Primerll: 5’ CCATCGATCTTGGTGCCTCCAC 3’ DNA (5 10 ug), 50 ul ,
el 100 4l, 15 min,
Fig 2 The PCR primers of SZ-51-Fab’ Sf9 27 6d
1.2 1.2.4 DNA
1.2.1 Sz-51 (scFv) T7DNA
Pst I clal I 1.2.5
Il (Fig 2), VH 5% VK 3
pHEN 1/5z-51/Fab , Sz-51-Fab’ 1.2.6 EL IA
, pBS Sz-51-Fab
Apa | , CH1 L inker ELISA , 200 ulPBS
(Fig 1) : scFv 3, 5min
pBS/scFv , 37 2h PBST ( 0.02% Tween-80
1.2.2 pBS/FvUK32 pB ac- PBS) 200 ul  proUK
PA K8/Fv-U K32 4D 1E8(5 ug/ml), 37 2h PBST
dDNA ) 180 ul
dDNA lgG ( 1--1000), 37 2 h, PB-
Pst | pBSAUPA (Pst 1), ST 3 160 ul (400 pg/ml),
scFv pBS/AU K32 Cla  0.03%H:0: ,
I HindII , scFv 50 ul 2molA H:04
pBSUPA (Pst 1) Pst I HindIII 1.2.7 scFv-UK32
(Fig 3), pB S/Fv- [2]
UK32 Xba I  Kpn I 1.2.8
pBacPA K8, pBacPA K 8/Fv-U K 32 [3]

(Fig 4)
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y Clal HindIIl
Pstl HindIIl Pstl Clal
EcoRI_ iy
pBS/UPA
(Pst 1)
l Psil Psil Clal
HindIII Clal HindIII
Pstl
) ) ¥ Ir.. AT
EcoRl o HindIIl Psil Linker  Clal Clok indill
ecret l-_‘-l
peptide ‘
VH VK K32
|
A\ h\ |
l Ligation
Linke
VK
VI Lo UK 32
Secret—-
peptide
Fig 3 Construction of pBS/Fv-U K32
Linker 1250-bp
A%
Secret
PZ;i?d e Tt polyhedrin
Ybal Xbal
a Amp” Kpnl
poly A*
signal
1433-bp
Xbal AcMNPV
L Kpnl
Xbal
fva | vk uka Kpnl
Secret Linker

Peptide

Amp’

poly A* signal

Fig 4 Construction of pBacPA K /Fv-U K 32
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2
2.1 sz-51 (scFv)
, SCFv ,
b 1 [4, 5]
1.2.1
SZ-51 scFv , (1.6 kb) ,
, linker 5 G
C, Gly Arg,
L inker VH , 171
G A, 61 Ala
Ser. , PCR
) scFv,

2.2 sFv-UK32
Glu 143-L eu 144

Sz-51

Fig 5 ELISA of Fv-UK32 conjugation with activated-
platelet

1: Control added w ith PBS,

2- 4 A ddedwith 100 ul co-transfection supernatant;

5- 7:Added with 200 ul co-transfection supernatant;

8- 10: A ddedw ith 20 ul co-transfection supernatant

2.4 scFv,/UK 32
1.2.7 , PDSPAGE
(Fig 6), 60 kD,
PA GE 82%
9 000 U /g

Fig 6 S S-PA GE of purified Fv-U K32
1.M id-range protein molecular w eight marker;
2.Fv-UK32
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