( )
37 5 ACTA SCIENTIARUM NATURALIUM Vol.37 No.5

1998 9 UNIVERSITATIS SUNYATSENI Sep. 1998

N LA 2 1) 25 3 DR 7 K P T B PR I Bl i

FXH FTHE T EF
(P K FEH TAF LTS, J M 510275)

pET-17b  Bam H )

pET A2, E.coli BL21 (DE3). IPTG )
E.coli BL21 (DE3, pETA2) . .
37. 2o . )
Q78
(angiogenesis inhibition factor, AIF), s
1994 , O Reilly " Lewis
(LLC-LM) ,
. 9%% |
98~ 440 . .
[l]‘
LLC-LM  T241 e
PCR , ¢DN A b 98 441
, pM1 | pM AL (
pET-17h,
1
(1 : E.coli C600, E.®li BL21 ( DE3) . pM Al
, . pET-17b Novagen . T
(39670013) ok

1998-03-17 , .29



89

, SD , T
(2) EcoR , BamH ., T+ DNA
Gibco BRL , Promega s
8- (IPTG) Sigma A ( HRP-
Protein A) AR
(3) DN A ) ) )
; [4]
(4) : pETA2  E.coi BL21( DE3),
E.coli BL21 (DE3, pETA2). 2mL (50 mg /
L) 1B ,37C Ao 0.4~ 0.8, 4C \ , 15
m L LB( 200mg /L) , 37°C, 250 r/min Ao 0.6, PTG
0. 4 mmol/L, I~ 3h,
(5) SDS- (PAGE) (western blot) [4].
2
2.1 pETA2 »
Bam Hl o ':'Z;.";'f:
pM Al (1), & 1w ,
1 000 bp , Bam H e
pET-17h : E. coli C600, \w‘ 3300bp_,
, , Bam H EwR
Bam H . d= l_m
17 2, _,'::l L — —
pM Al BamH 1 033 bp Asgiosac
, pET-17b  BamH l 740N e
3306 bp (2. L
pET-17b e
T7? :iEcoRl
: pET A2,
, FEcoR
) , 2
1033 3306bp #300bp et E
4297bp . 42 by, :
2 1033 3306bp 2 , pE-
T A2
22 1 pETA2
I mL . 504 L Fig. 1  Construction of recom binant
TE (pHS.0) 5 ’ plasmid pETA2
S min 10 L SDS-PAGE, ., 34 mA 1h. 3a



90 ( ) 37

: pET A2
(DE3) 1h , M: 43000
, 2h
2h
3h,
23
SDS-PAGE
75 min
N 1: 250 30 2 pETA2
C 2h, 1: 50 HRP-Protein A 30C Fig. 2 Restriction analysis of
2h, ( 3b). recom binant plasmid pETA2
1ADNA/EcRl + Hindll; 2 pET-
’ SDS-PAGE 17b/BamHl ; 3 pM Al/BamHI ; 4
> PETA2/Bam H ; 5 pETA2/EcwoR
B L R L T L [ R O T
Lo o T " ".'Illl SR
TR N N T e T
N oot by T [ o ! 1 1 ad
NERLLUFINI e ‘.IIJI,L,: ! P T e ,
T T T T Vo
IR AR R e g 1
I""":.i:'--m-.,- o . S
| i ll:|I'|=||II o : _i:_‘- Wl
T B L L= e !

' Pomma L, e 00 T S T
S R e TR T
T L FUIT R TT i IR I Ve T

R e e e 1L TR L B R

3 E.oli BL21 (DE3, pETA2) SDS-PAGE (a) (b)
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Human Angiostatin Its High-level Expression in E. coli
Lu Wenju =~ Luo Jinxian Li Wenging

Abstract Angiostatin is a recently discovered angiogenesis inhibitor, capable in inhibit—
ting the proliferation of endothelial cells and the growth of tumor and has the potential for
clinical application. Human angiostatin gene was cloned on the BamHI site of pET-17b re—
sulting in the plasmid PET A2 which was then transformed into E. @l/i BL21( DE3). Angio—
statin was efficently expressed in recombinant strain E. @/i BL21 (DE3, pETA?2) by IPTG
induction. The expression product constitutes about 37. 2% of the total soluble protein
and exsists in the form of inclusion body. Western blot analysis demonstrates that it reacts
positively with goat anti human plasminogen antisera.
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