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AEX % % 5% H % #%F
(SRS N LY AERES WA B TGS B 210093)

gfﬁmﬂﬁﬁfﬁ'ﬁ'} (Plasminogen Activator, PA) AT B A BB IS B B EMINY 5. 5
it JGU 8 5% 3 B4 3051 4 ( Plasminogen Activator Inhibitor, PAT) W] £5 5% 8530 ] PA(cPA R v-PA), HE TR
BOEPAIEMHEEFEYE T, BEEEEW, PALPA MANTEAEBENEH NN LA, Mk
N REEE Y MR R RS B S, AR R T WA PAL PAL2 B
—F, BT HARSEFRARES R, FRAOME P REFES . $EABARRER. B TES
43~ 47xDa ML 25 H—Fr4) TR 58— 60kDa UHEEALIE "), XM ST RERA 1) oF
T BT T W2 EMME, BT PAL-2 5N 72 KI5 FF 6 A M3 204 2100 b B0 2k 2O MR, T il
R B B EE , AR S0 AR B b B 7 B R A o AR Zh b Bk T B,

1 #HEPFE

1.1 #HH{

A PAL-2 BB B B S A e W RO s I A A ACNPY DNA SERE 2548 pBlueBac . X
T b B BT 40 20 B SO HS 2 i AR sR 3 3. TNM-FH I BE W H Sigma £ 7). 6 2 % [ P)
dATP ZFLIFARI ™ o PRI 2 BT T 5B . DNA JE 71 3l E i 1 & | Lipolectin, X-Gal W 5 BRL FiI
NEB 2%, EMFH E. coliDH5e # TGl 4RI E R M B b '
1.2 BEAFKBIENHE

JBUBL DNA B DNA BB 848 M B IR A 24 8 Se s B 4 45 P T RE I 15151, DNA F )
i g & BRI AR R,
1.3 WE ONAMRIE AEL

%Wﬁcﬁiﬁ[%&ﬂﬁ%ﬁﬁﬁﬂﬁ%‘? DNA #1258 Lipofectin 975 & {oF F 15 BR 3 T 2L 54
1.4 BRABHMKE

SFO.HS MMM # R BEHAMRBHHEFTESHE Smih! "8 rE. A& 10%FBS #l 100pg/ml
W E K TNM-FH 355 W78 27C 359 SFO & H5 JM. SHEEN £ E %N S0mm BFHRM DA 1
10°cell, WERE 1h 7 0 7] B B FE B 82 OB Lh R R LML BN 2ol IS B, IR BN 1 x
TNM(10%FBS)H1&E 150pg/m] X-Gal F1 1% KE SBISEE, 27T 7 6d B ER, IRHEBRET
Iml JGMLHE TNM-FH KR, 4C RIS, HBIEHT T 85k,
1.5 EEFEHIBRETEBHXR

HEAFRBEW 1. Sml Y SF9 —Hi(4 % 10°cell, MOI = 10PFU/ cell), th 58 E R B, IEF 3R 4ml,
& 24h WIS FEFR MO AR MM B 25 . IR TRAE HS EM P TR,
1.6 Western Blot

FXF 109548 57 HHrRl,
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270 £ #w L & % i : 12 %

%S 12%SDS-PAGE BB, BAER0%) NC B L, D 1% IS Ba & B 1h, hidedt A PAT2
ZH(1:1000) 38 1.5h, BLA 1 X PBS+ 1% TWEEN20 % % 3 I, Il HRP 4510 2635 & 1gG(1:500) T
B 1h i, B HRP BaFIEM,

1.7 PAI2 EHEURTE

PAL2 BiE AE i A E B TH A R A R 2 2, 1 4 PAL2 §93E /7 8 (40 4 T4

il 1 BT A R BB (uPA) .

2 # R

2.1 ERRBRGHHNED LT
S 1 B, PAL-2/pEM £ EcoRI BT MG E F Br, #f% pBB L Nbel B 81 2, ¥ & ¥ 5 3%
e, R 2 YT AR PR CPETBS ) 54 1 PAL2 6 B IE 48 48 PH 1530 7 T 06 W9 B 4LR KL pBB-
PAL2, $RJ5 B R DNA FIEF 4 B ANPV DNA 3545 5 B30 W SPO 20 M, 4d J5 Mo L 56 e e, T
WA R H S, A5 R R SRR T MBS, SRR, A 2,

pBB-PAI-2

5.9 kb

pUCE

1 BRI BB-PAI IREHE
Bl 2 SR im ki
- A:SF9 RBIBME 0. 5u R BIEE

B SRR RE SN 0. 50 FR AR
2.2 EARJHWE

PRl b Rl & 10%.10° A1 10° =B
BRI, 6d EOE 3 B, HEER . 6k
WRERE, BT 3 A MEARE S, L B TN
W3 ARSI DT IS, RS BRSSO HS cells ,
MEEEAEHNAE 23, HbhEE S 4L SF9 cells
hPALZ JE N BB EHREFE B N AcVPAL - E' 3, ‘
2s — B
2.3 EI PAL2 B9FRiE .;:* b

FUE 5 AcVPAL2 BRit SF9 #1 H5 & g
BRAEE, FE 7 24h G S04 RE SR L 5 I
Yo MBHO6h EM AN EEBMATRE o
e, 75 B35 4.6 % 10°w/ml & 5.9 % 1070/ o 4 8B N 9% 120
ml( WP 3). WCBR LI A 4R B, HhEE 48 B Py A Time after infection/h -
PAL2 MG, SR R AR S BE N
59% F148% (M3E 1), B3 PAIL-2 ¥ SFO{-@-) & HS{-O- )20 5 P33k i o fa] i 2
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W PR R NI B FCHOEH A h 4 2 4 B R S P iy 35k mn

F1 B o6h )5 SFI.HS EAFEHES PAL2 ZHAE

B , HH/ ml eI/ 10 B aml RNEH/10%
SF9 K53 HE 4.0 4.0 4.6%10° 1.84(59%)
SFO R 0.4 4.0 3.1x10° 1.24(41%)
HS K3 R : 4.0 40 5.9x 10° 2.36(48% )
HS R 0.4 4.0 6.5x10° 2.60(52%)
* B MFRTMMEREE M T PAL2 TER N AN IR E L

A B CD

2.4 BAPAI2ZMNESE

Ay 5B 2R 3k A0 4 B R K 5%, T SDS-
PAGE Biik (M HEIKE 5%, A B 12% ), £ S H R
R250 B8 S BT B R, EAMPAIES PAL2
REBAHMBEEFEEN 15% ~18%, WM PAL
2HLMAEEAN 60% (ME 4). VA Western
Blot %W % B 41 % & 7 BLAI S 4 A PAL2 B 4%
&, Ha T EY 43kDa M E AU (Eg ),

3 i i

APAL2 BRFEEH E.coli VA MANSE £
MEZDPHTTRE BEEEHFHEE. AT
RFEELBEAR MR RET REE, BHE
BAEGEAM A ST O 15~18% (THERSLLLIE
B FE), ﬁﬁﬁﬁ“&ﬁ%ﬁ’»}-‘jﬁﬂ%.&ﬁﬁﬁ‘]
60% (7% E PMA f9 %I #). % bPAL2 7E SFO 1
H5 MRPREMH UL, HELEERVES 4 X
RBIREE, 7 HS i PAL2 MEHEAMN R
FikBE L SFO AMMBH KE 67%,

kDa

43

5 4 SDS-PAGE #4723k 40
A B TFERERER
B. B KIRT 8 AR 5 SFO MR
C. EARHE AcVPAL-2 B I5H SF 4l
D.SFY &3 AcVPAL2 RIS

BN PAL2 ZEE NRBEETHIMAESK, BANRAERSHR T PAL2 T A IEH2 W,
H PAL-2 EIRAFBSHA A HLAEFRNNBARMEFRSREFETFEETLBA. £ PMAR
BJE B U937 MBR A KAY 70% /Y PAL2 5 RIS, MAE £ 2 PMA HIMEY U937 HHSE LB
CHO 4 luh, X B0 PAI2 W EERA ', B RMGMREINE PAI2 8 NBARETHKY o
BEHE HICH 4-16 TERER )M o« WIE H2(3E 28~ 46 HER), TN S T PAL-2 M4+, HE—-—EBEL
FEH T AT PAL2 6940 AER S, BARHLR (R0 15 I HLE] M A R — B B9, {8 48 A< 30 R B 4 O
FEMER PAL-2 KL 48-59% BTG HERE A B 4 B MRSH, XML L2 R RATYI & 19,

£ £ x M
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Expression of Human Plasminogen Activator Inhibitor-2
in the Bacuiovirus Expression System

Zhou Aiwu  PPei ¥Yi Don Xueyin  Xie Wei  Xu Xianxiu
( National Key Laboratory of Pharmacentical Biostechnology and

Depariment of Biachemistry, Nunjing uwiversity, MNanjing 210093)

Abstract A cDNA coding for human plasminogen activator inhibitor-2 (PAI-2) was first in-
serted into a transfer vector, pBlueBac, which could produce blue plague for selection. Then it
was transfered into the genome of Autographa californica nuclear polyhedrosis virus adjacent
to the polyhedrin promoter by cotransfection. Cells infected with recombinant virus synthe-
sized a 43kDa PAI-2 protein at a level of 15% ~18% of total cellular protein. Intrestingly,
the protein without a signal peptide can be secreted into the medium partially and accounts
for 60% of the total protein in culture medium. The recombinant PAI-2 was identical to na-
tive PAL-2 purified from human placenta with respect to interaction with polyclonal antibody

and inhibition of urckinase-type plasminogen activator.
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