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2. BURESR 1 lsR &, HRHETE T

BH XS HE Ay 1ML 7E8° P R A AR PR S R R

[ 14 %5 A sl A I R

FESRRRREVRCA 0. 05% 3 —20, 1% 24F 3G B ETE, 10mM & & DY L1 — 44, 0. 05% il
7,0, 4M NaCl, pH6. 5:

WRAGVEL WA 137mM NaCl, 2.7 mM KC1, 10mM Na2HPO4,2 mMKH2PO4 , 0. 05%H-i5 —20,
Ph7.4 ;

B AVB, Horh AR H202 WSV, B 3,3 7,5 ,5 7 — DU FIIRIRR LS

AN 2MH2S04

3. BURIELR 1 B &, JLRREAE T, #5900 0 1) ot DA B 1R FLEICA AR o

4. BRER | RGN &, JLRREAE T, TR B R 96 FL.

5. FIRIRF B B A R ik, FEBR N

(a) W BEPH T REZRIE I ML/EF P Bz 40 AR DR 7 52 A B 3 e B P AR G g T 1 RS2 i g
B NAR E

(b) HE B E A ;

(o) g AL PAR A I N2 P60, 4% 1) B R S AR R R LA S AR 0w A b |4 I A8 PN 5 40 i
e R4 e b 55 T PN B2 A R 1 S A B B e R AR 4

(d) F M A8 P Bz 0 W A K R B B A sl o 58 Py 52 4t i 2B R TR

(e) BN 3,37 |5 ,5 " — VUG

6. BURIEEK 5 07712, FERFAETE T, 2038 a Ik 1 B 5 8 S0 140 2 FH i A P 52 40 i 2B K TR
TSI N RIS

7. BUREE SR 5 1 510 HAFIEAE T, D3R a TR IS R TRER I I P iz 40 g A K A
T2 Rd4gifakis.

8. BUMIELK 7 (7732, HAFAEAE T, Prik B 4 i sf9.sf12.sF158 B c127 40 fufk.

9. BURNESR 7 (17512, CRFEAE T, i B HU AN B 18 1) I P B2 40 i A A BR324
A NI kE4difk.

10. BUREESK 5 (K56, HAFHEAE T, IR ¢ IR (A0 br A A Ja e « I /8905 4 PR IpT AR
WA 59 % 285 X 5 48 S I Y I 22 L 0V VR 4 R B B R VR o

11, AUCRIEESR 5 (0516, FARHEAE T, B3R d Ik (0 5 i e 40 i A KR 7 3R pe e i 4
i) % FH T 002 P Bz A e A R R e 4l B R IS A N A 4liqb o

12. BUREESR 5 (1) 515, HAFHEAE T, IR d BTl i) 56 58 P ok 2 A s o iz 4l i A=
PRI 7 G2 /N BT AR

13, BURIE SR 5 1751k, JASFELE T, IR d il 16 5 5 B A FH SO it S8 AL R b i

2



ON 102426240 A WO P 1/5 7

— BRI A E R A& X

F AR G

[0001] A& BHJE T A4 25 H AR A, HARHh Ui o5 e — Rk i A I &7 i iz 4 o 2B K TR
(VEGF) IR IS A7) & o

[0002] A& BT B bl iR ) G i 4% 71

BEHEA

[0003]  JilEd 1) A FE RN L % 2 Z B LI B2 2 ) A s FE IR B 1 KT I R, 9 K e 4 i 5
T 2 RAEE SR R 2R Z, SENLEE AN EE 28 o T4 SR T3 IR 1M 75 A2 il 5 g R e
RN 2% R I 9308 R AR T, SUF B 40 000 765 A A o8 2 1 B BB R R A AR K b B2 5%
P, I0LAE PN 2 40 i 2B KPR CVEGR ) S 1 75 87 I A e ) e B B AR IR 1 RS0 BH I
PR 4 i AR PR (VEGEDTE IV R K A /b B A B AEITEAH (Ferrara et al.
Endocr. Rev. 1997, 18:4-25),

[0004]  VEGF s&—A73 1 80 45KD ) iy S0 A4 (R B0 1k 25 1, A 9 > AH [R] 0 B A7 i i —
T B 45 B T B, 25 FEL UK 8. 5, AR B A TR SRR BR i J1 . A VEGF ZE R 5 FhAS [F] F) S 44
14, 43 %k VEGF206. VEGF189. VEGF165. VEGF145. VEGF121.

[0005]  VEGF 5126 FH g 4 A A s AN 105 PN 52 40 a1 1 3 Flr VEGF 52 44, Bl VEGFR-1,
VEGFR-2. VEGFR-3, 1X 3 Fjt 52 f& = 40 A0 T 158 N B2 40 B R 1, 3502 5 B 2 1k iF 9Tk
BH, VEGE 52K 7E 1A 4 5 VEGE B /& BE M S5 M1y (Kendall et al. PNAS USA, 1993, 90:
10705-9).

[0006]  VEGF 2fiE A K BT F M —ME 7. Barirsoa il , 76 2885 o o g
CRIERED) 9 5 VEGF (143 Wi A 25 5 s M F0 2 ko A KB SCHk R, VEGF 76 IE %
N HEE B v IO B AN R, TE % A 1) VEGE 3K B ARAR sk I AS 2], 1T 2Bt R v
VEGF ¥R AR . DAL, A ALY P A VEGE ¥R, B H T e A g . 5 —
i1, VEGF 75 AR I35 H 3% 94 B Bt g () T A DL 8 Ak o PP RO AR KPR IR, VEGE [ 1ML ¥
WP 5 10 2 R R 7 BT R “IR AR IR & I, VEGE (¥ IR FE FA . 4 VEGR 15460
AR AT ORI AU (48 AR. VEGE &%tk Mg s Wi b i — A BB AL R 4 346, MR
VEGF 7K -3 = 78 DL 8 PRI « L 8 JE PR 58 9  hE 6 O 92 P g P AL Uk 55

[0007]  Yeo et al. (Clin. Chem. 1992, 38:71) il T LL%u s 5 't Ay FERE IR I VEGE 1)
ELISA J7i%, {H HAG I REBEBK . Houck et al. (J Biol. Chem. 1992, 267:26031) i
T8 7 ARG R A B AR I VEGE ¥ ELTSA J5 i, (HIAS UK A ng/ml.  Hanatani
et al. (Biosci. Biotechnol. Biochem. 1995, 59:1985) #ti& T Il5%E VEGF B4k 2% K6
ELISA, 52 1E 5 A L% VEGF /KF % 8-36 ng/l.

XAAE
[0008] AT W) (12 S {7l Bl IR Sy Ao IO AL P B2 440 A A IRl 1 (VEGE PRSI
B RS AMERRASE Ry S MR RV R AT Tl
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[0009] AU BHIF) 75— H 2R A IR BB I B 700 & ) A2 = i) £ S AE 7.
[oo10]  JsER Bk B i, AR B UL iR S o -

1. BEECAR ;2. BHMEXTHE Q&) 3. BATEXT I GHET) ;4. FEMFBR ;5. BRI ;6.
WRAEVELM ;7. SO A & B8, £ b ;9. EHUREL.
[0011] A BHER AL R iR & (1) i) 2% 7 v S AR MOP R E

(a) DABIG S NAR A [ A4S R W 25 TR T FER IR ) VEGF A2 44 K B s [ i A G0 49 1 [
SRS/ N

(b 3PS

(o) B MR A S8 E T REIBAR _E 1K) VEGE 5244 A 5 v FE BT R B filor AR, A= br A
[¥) VEGF § 5t 5 VEGF 321K K H v FE IR S &

(d) M VEGF 214k K S v fEHiik b p B AR A

(e) B it ALY (HRP) FR1C 1) VEGE B 50 B HTAAAG I VEGE, AT B R 4 3,
3" ,5,5 " — DYFISEIEAAZ (TMB),
[0012] AR BHARF & I AR P 4E T, ‘B AT FH VEGE 52 44 K 5w [ BT AR 6 A 0k DA , B
ST OR A AR 1 VEGE BEAR AT & RSl , BEXS FR AN S AERf 1990 & o
[0018] AT GG I AP bR A P #) VEGE, A% >k B e « i 8895 s A LAt e s 08 A1)
L7/
[o014]  H{RSZHE 77 =X

IR R T SRR AR A A B, AELAS R A R A BH R FR Tk
[0015]  SEjffsl 1 -

A R 28 ] LU T A

(1) VEGF 5244 J 5 v P BRI & B A B IRCARC

(2) FAPERTE (VEGF | EAETHD 1 3

(3) FIPEAT I G ME T4 13 5

CIOFESFRRER 0. 05% HEif —20, 1% - 1MiE A, 10mM £ % PY LR —h, 0. 05% fiit
MoK, 0. 4M NaCl, pH6. 5,1 #i ;

(5) BB R E AL D EEbR 10 I N R A K R SR s B AR, 2 i

(BOWHRVESIE N :137mM NaCl,2. 7 mM KC1, 10mM Na2HPO4,2 mM KH2PO4 , 0. 05%H:
V& —20, Ph7.4, 1M ;

(7 WAAF) AL B, Hodr A AL H202 ¥, B 3,37 ,5 ,5 7 — PP AEIRA LIS,
# 1

(8) 2 W Ky 2MH2S04 , 1 5

(9 BRRA 2 5K
[0016] A3 BT ik 1) £ 4 Jo £ 35 CABEEIC AR Ry 96 L (12 2% 8 LB 8 4% 12 L) B+ it
(Y, 2 SR AR R LB T80 T 96 1L, W &-40) i it Ae i Bl £ 5zl
[0017]  FLHl#& 5V -

(1) VEGF FE[RIHIT VEGE 52 142k PRI ) b [

DL G HL DNA SCHE AR i AT 28 A B E X M. (PCRY o K #E VEGF 225 (R (1) i3 7 41
BT B14, PCR N 4 F :94°CAs M 40 F5,52°CHB K 1 40%h, 72°CHEM 1 43%h, 30 MG E
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T2CIRVE 10 23 8h. KHE VEGF 52 AR5E Rl (4R 18 7 41 % 1 514, PCR SN 451 :94°C AR 40
Fb,52°CIBK 1 4350, T2°CIEH 2 738h, 30 MEFF G 72°CHRIE 10 735,
[0018] R JWAAZ -

ddH20 20.0p 1
10 XBuffer 2.5p 1
dNTP (10mM) 0.5u1l
3’ primer (100ng/ 1 1) 0.5u1
5’ primer (100ng/ 1 1) 0.5u1
Taq B (5U/ 1 1) 0.5p 1
154 NDA 0.5u1
AR 2511

GEIS LUK [ PCRY™HG 1 P B, w2 R B804 pMT L8-T 1, B AL KA DHB « , HE B 4]
FORLREAT BV %558 o VEGF ZERI 4L FURL i 44 4 pMT18-1, VEGE 52 ARk PR (1) 20 Jiohi iy 44
A pMT18-2, DNA J741) 53 # H b3 {0 A4 T AR PR 2 ) 58 o
[0019]  (2) R HFRIEEARRIMEE

FH Sal 1 . BamH I 43 %) 50k, pMT18—1 i1 pMT18-2, 43 %l M VEGF LAl Bt Fil VEGF
SZREER FBr. R A Sal 1\ BamH 1 B 9)BUkL pFastBac-HT , [Fli 4. 7kb f Bt
VEGF ZE 8y Bl VEGF 2 ARJE R v B4 il 5 4. Tkb v BUd AT IE$%, #2244 pFastBac—1 il
pFastBac—2. FHANIE] KRR il T P9 DI BEEAT B 1) 25 58 , 2R B BT A R 804 IE A
[0020] 73 HKFEL K pFastBac—1 Fll pFastBac—2 #54L DH10Bac B2 2540 M. SR A W 11 B 0
1%, 24 /NI JE A BT BRI BE- AR b, SRS AP R HRE 2m] LB BRI, 37°C
250rpm YR¥%GBEFE 12 /M
[0021]  FEEUIE IR BB T I SR VAW -

(a) % 1.5ml BN LT, 10, 000rpm B0 30s, 3¢ 15, 54 B O &5 7. T4
b AT BT R BT

(b) N 300w 1 ¥ 1 (50mM #ijZ5 %%, 25mM Tris—HC1 , 10mM EDTA , pH8.0), fEfE
iy LIRGIRS

Ce) 300w 1 BRACHIEATE IT 0. 2N NaOH, 1%SDS) , VRA), SIRCE 5 434 ;

(d) Jn 300w 1 FIvA VSR (BM KAc, pH5. 5), UK 5 7358

(e) 12, 000rpm &Ly 15 4358

() ¥ G2 — e L d, n 2 AR ek S8, 1R

(g) 10, 000-12, 000rpm &L 10 235 ;

(h) A 70% FITE/K LEEGESRUTTE 5

CIOMT, % T 501 1 0 RNase [ TE (10mM Tris—HC1 ; 1mM EDTA, pH8.0) 1, J 37°C
BCE /N, BT -20°C & .

[0022]  XFERELFIFURIEAT PCR %558, PCR J2 M AK 38 BT 19 7775 o

[0023]  (3)#LYLE L4 (L s9 40 M A 5], (E AR T s£9 4, KA sf21.sf158.c127
A MR AR W] LA BIAH R I ROR, 7R A —— R0 .

[0024] SO A U3 FE T Grace BrFe ¥ 1, W N 15% 545 V5 5 % 2% 50U/ml (B4 % 50ug/
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ml,%ﬁéﬁ‘ﬂiﬁﬁ? :

(a) BEYLRT— ¥ 40 fa 53 21 24 FLA

(b) BEGLRT 2 /NN, ST G MU0  JEXPURG IR P ARG N 500 1 1 3555

(c)TE B0 1 1 LI e HUHE TR 7 nA 2 u 1 IR 5 v 1 Ard B A TR, &
TIECE 5 2B, ORI B IR Bk, ZRBCE 20 8

(e) ¥ E—BRENESYIMEI4E Mt , 27 CHE %

CF) B A /NG, Wb B5 220, N Il 68 M35 A NPT Grace BFRH, 27 CH 7%
72 /N

(g) ¥4 72 /NI J5, ME R HH HEBILS ;

Ch) BE AR E LI5S 19 41
[0025]  (4) B AR A R4 (NT AR 2D

(a) Ni ALl

(1) H Iml Ni-NTA B—8.08 4, 1500g &0 5 538

(11D 2 B3E, 8 Ni-NTA H 1 A5 ARRBRISEA 28hil (20mM Tris-HC1 , 500mM KCI
20mM KW, 2mM 33 2B, 10% i, pHS. 5) F & ;

dID B BB BIAAEF, H 5-10 58F1 11 wash buffer 4.
[0026]  (b) 40 fushERY) e+

(1) 500g B0 5 3B E 50ml 40

(I FHZARZE M (50mM Tris—-HCL , 100mM KC1 , 20mMIBKME, 5mM 355 £, 1 mM 2%
FR LTI 60, pHS. 5) F &4l ;

(IID 10, 000g &L 10 4380, # EIHEWHBEE—HE .
[0027]  (c) FRA4fL

(DD ¥ BRI BISH B PET ) Ni AR

(1D A 10 /%A buffer A (20mM Tris-HC1 , 500mM KC1 , 20mM BEME, 5mM %75 3L
LT, 10% H, pHS. 5) ¥k ;

(MDA 2 15 4RFAf#) buffer B (20mM Tris-HC1 , IM KC1 , 20mM BEME, 5mM 3% 5% 2.1,
10% Himlr, pHS. 5) ¥EAE

(V) H 2 f56F buffer A PEAE ;

(V) [ 5-10 £ buffer C (20mM Tris-HC1 , 100mM KC1 , 100mM BEM:, 5mM %5i3E Z,
fi, 10% H i, pH8. 5) ¥, AR VENL

(VD) i SDS-PAGE iz Asr il i 4l Ak, £ 1 IR B B 4
[0028]  (5) VEGF 5 5 BT AR M 4k S brid

CL/NERK S5 34, BEZH VEGE A PR IEAT i o AR /N B 0 5 R0, PRIk S e At i
I, B R4 T 40 MRS, S 1A)482 ELTSA J5 VE8EAT FH 1t %48 983 40 bk 1 7 6 Bk
A A Ho A 5 BA P FLBEAT A PRAG RS, — AL b A A s e 4 B [T, wh e 25 £ iR %
] PO &4 . A5 FRFGRE 1 BT 1O FL B don stk EL A il 24 BE 2, mT Ak e b e . Hr
B — A0 B AR (1) 2 AT 98 43 W AT B DL AR B s B PR o IESFIR— I BR e DT VA 4L 3 v
BEPLig, 4ifE7E 95% LA Fo.
[0020] SR R BRI A AL (HRPD Fric 3] VEGE S agfEdLik I

6




ON 102426240 A WO P 5/5 7T

[0030]  (6) AF & HIHl %

Pl S A PR B 4 SR FH DL 2 3R < Bt i A B % o R R — o I A 2R, BE LN 100 1 1
37°C /KA BIELAR AT 2 /NI, ARG TAE S . AL PBST PRI, JUE. 30 #0242
i, BT BEFLIN 120 1w 1 SR, SHICE 2 /Mo BRI 7 £ BSA, — 2 Eh A
FRIE I, AT BR A R B . 816 LT . ool & LBV, SR 5 SR E o
o HEZSBIHIAT L,

[0031]  SZjififs] 2 ARFEAE H i

Lo ABPA 22 2R 25 A rp U il s, HOB AR IE B BlRl 4°C
[0032] 2. B—fLAA AL, HAb S FLINARERARBR 1000 1 (8 2 3%,

[0033] 3. BRZSEFLAN, IOABHMEXTHE 1 AL BHMEXT BE 2 FLL MYEFRAS S 100 1 1 BAHR L
W RR S . FH BRI AR E N AL, 37°C 60 43 Eh,

[0034] 4. PEM 3 K : (1D HBIPERNL FEIRFLNTEAR, BERE AN RIBERECA 350 u 1, 7 A
B RIS 1530 75, PEMR 3 Ko (20T TPt JE/SFLBRAR, BEALINPEG M 350 u 1, FHE
30 Fb )5 PR AR, 78 JF 1R oK 4% B3, ¥k 3 K.

[0035] 5. FRAFELLAN, TALINEGEEY) 200 0 1 (BF 4 3%), BHFHL, 37°C 60 434,

[0036] 6. Vb 3 K.

[0037]1 7. WA R EFAB S 1000 1 G2 W) MmN EEEED W,

BELEIR B A 25 058,
[0038] 8. Zibfw i ARl CEAET AR ML 50 1 1 &% 1D, 182, P& 450nmOD
=

[0039] AUk BH ELA I AT

1 g R Re s, AR BSR A VEGE 521K K B ve [ B A B A G 45400 60 Bl AR
I, K50 VEGE (e S o
[0040] 2. REYAEE. M RBFZREFT ] ng/L KHs
[0041] 4. F2sE. AKRHT 4CHRAE, AEINE 9-12 1 H,
[0042] 5. J7{f. AR IERAETE, BT TR I0ASCA GBEEAR O 25 TR = Bt FHAS I Hh 0ot s 457
o



THMBW(EF)

[ i (S RIR) A ()
e (S IR) A (%)

HAT R E (TR AGE)

#RI&ZBAA
4PN

IPCH %5

H At 3 FF 328k
ShEREESE

BEX)

—MRWANERNEERKEF (VEGF ) WEHRRLANRN 2, Bilas
NEHE | VEGFRARK B REHABR S IR BER R MR, HRBIELY
B (HRP ) fRCHHEMRPARENBEESY. FEREMENRN
VEGFERHRTH. EANRUENENEARTH. #RHBR. PBST
5,5 -MREREXEEENICRY. ENRIER
#92MH2S04, HRRE. AAFSTATEE. MER. HERBAMER
RRERUEXRTRNUMMNTG , EEEB, B7. RB. BE, 7E

REHEK. 3,3

FHhRo

— RS BRI 2 % B A& 75k

CN102426240A

CN201110277681.2

FEREBZMBEBRAA

FEREBEMBRBRAF

FEREGEMBERBRAT

BT

SR

GO1N33/577 GO1N33/531

CN102426240B

Espacenet  SIPO

2012-04-25

2011-09-19

patsnap


https://share-analytics.zhihuiya.com/view/a8823afb-d647-445b-a0f4-1f0f2e7d681a
https://worldwide.espacenet.com/patent/search/family/045960246/publication/CN102426240A?q=CN102426240A
http://epub.sipo.gov.cn/tdcdesc.action?strWhere=CN102426240A

