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Lo — il DA I X 0 & ) ) 2% 7 3%, HRR A T,

JI S P A W X ) A (K ZEL R Ay < BRI B At R & IS0 e X R AP v A R R BB A\ YR
AV 7] ARB 2 1V R 4K

Horp

W EBCAR Ay L7 P 1 440 i A Bl 1 52 A B B S e AR Tk 6 A0 40 PR B IER i AR 5

BF XS Ok I 787 P R A P AR R i AR TR

XS B s s TR

FE SRR R 0. 05 % il —20, 1% 2 1E A& E, 10mM & % VY £ /8 —4h, 0. 05 % it
M7k, 0. 4MNaCl, pHe. 5 ;

W AR VRV R 137mM NaCl, 2. 7mM KC1, 10mM Na,HPO,, 2mM KH,PO,, 0. 05 % I 3 20,
pH7.4 ;

SR ALB, Horh AR 1,0, VL BN 3,37, 5,5° — DY IR R IV

2RI 2M H,S0,

Al TR ) A ORI A8 AL ) Bl b i I P S A B AR R 7 B e B AR, i R e B B i E
SR AP BRIEAT WA AL JobRad s BLANBRUOA S e Bh ), LA VEGE A BRI AT Sz, R
/I B A Y S Bk Ik G B R B v (R B0, ORI 3R AT 40 M 5, SR FH R4 ELTSA J7 153307
F1 P 2 AT e A BRLAOR 1 075 6 » BRe A — A 40 B AT i B ek LA T B BR A RS, — L A i —
A o 15 40 M 1A, A o B R v DO R I, A FRAGRE 00 BT A L B 2otk B4 A I
BRI, WA A b I8 50 1, HG m 85— 20 R R 1) % AT 98 73 Wb T 4 BN P A4 A L ve FE LR, IE
FR - R B DTIE VA AL B ST B BUIR, 2 B 7E 95 % LA b, SR I IV B S AL Wiy
(HRP) #=ic 3l VEGF g fEHiiA L ;

b BRSNS B ) £ AR LR PR .

(a) P55 PRI TR SRS 1 I P B2 M A A BRL - S2 4 S B S BB 4 T [ A S RE il
W s VAR b

(b) FHEHWE A 5

o, SPIR () JT kR i 5 50 B Bo A 2 B i A Py B 4 e AR A R A s RO AR P IR
(a) FTIARRZE R T2 R IA I L PN B2 40 2B KPR 752 Mk R R 4l i 3Rk s ik B el g
sf9. sf21. sf158 B c127 4 fufk.
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—FEEE AR A E R ESIETE

F A s

[0001] AU BHJE T 2B e 25 F AR AT, BRI I B — Bl i) A I oy iz 4 il A= K PR
(VEGF) T RS A7) £ o

[0002] AU BHIEH B LIl sm & i il 4% vk

EEHEA

[0003]  J¥fvigd ¥y A e R A5 02 Z B BU ) SR 2 ) B s R I B I K I R, 98 A e 40 i 5
i B AR SR 2 0 AR, HEHLEE AN ERE A o UTAF SR 0¢80T IR I /8 A 1 e e e e
FUTIG 2K R ORI 98 308 R TR, UF BB 40 10 75 A A2 B8 26 i B B RN EE RS A AR Kb B2 5%
P, LA P 2 40 i A K TR (VEGR ) 2 18 58 I8 A ) e B AR 1 BF 5  BH IL
PS4 AR R (VECEOTEIME RA R R E 7 h BAE AR RER (Ferrara et al.
Endocr. Rev. 1997, 18:4-25),

[0004]  VEGF s&— >4 & A 45KD (1) /5 M JLAk ik M 25 11, A S AH R S i i —
WAL B 45 5 T Il 2 L S0 8.5, B R BRIGTIN HURI T BR e 0. A VEGF ZE KI5 5 FhAS [A] 1 5544
14, 4% %1k VEGF206. VEGF189. VEGF165. VEGF145 . VEGF121.

[0005]  VEGF f=y 2 1 ) g & A s ANUAE T 1048 P 52 40 il 1) 3 Ff VEGF 52 44, B VEGFR-1.
VEGFR-2. VEGFR-3, X 3 Fjt 52 /& = 40 A1 T~ 1L N B2 40 M =% 1, 35 02 15 2 44 BF 93k
B, VEGF 2 AR {E K41 5 VEGF 4 i FE ) 35 F1 7 (Kendall et al. PNAS USA, 1993, 90:
10705-9).

[0006]  VEGF ;2 A K R T F W — R+ B AR B, 76 N85 Fl ol 1 i g
CRPYERIED #2905 1, VEGE IR 73 WA S A A6 i Ve F )2 M. A KB SCHRIRIE, VEGE 7F 1E %
NFEEE BB v R B B AN TR, 1E 5 A 9 VEGE 3R B AR AR SRS A 31, iy 7B i iE 6
VEGF ¥ PR o PRI, M ALY FP 1K) VEGE ¥R, Be s ] T e i s A s . 59—
[fil, VEGF 78 A I 6 P 1o B Bt g v R Dl A8 4k o I EROR VAR I, VEGF ()1 ¥
WP R 5 1024 R PR T 7 BT R “IG IR A I, VEGE [ I 30K FE PR . 4 VEGR 15460
AR AT ROM RN UG (K38 AR. VEGE 2%tk Mg 2 Wi b i — A AL 5 7346, il
VEGF 7K P-4 =1 758 DL 8 PRI « L 98 RE PR T  JhE 6 G0 925 0 A AL Uk 55

[0007]  Yeo et al. (Clin. Chem. 1992, 38:71) HR3E T LLG I 5 ' Ay FEAH RS I VEGE )
ELISA J7 7%, (EHAG I REBEHHL. Houck et al. (J Biol. Chem. 1992, 267:26031) K
T T DL R A ZE A R II VEGE % ELTSA J5 3%, (RIS I SUR A ng/ml.  Hanatani
et al. (Biosci. Biotechnol. Biochem. 1995, 59:1985) #1& J %€ VEGF BI4L %<& 6
ELISA, 52 15 AR IfLE VEGF /K~F & 8-36 ng/l.

XRAE
[0008] AT W) 2 S A — ol B IR Sy Ao I A IS PN B2 40 2B A IRl 7 (VEGE ) FRASL
W& RN RS AMER A E VR S MR RV = DT Tl
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[0009] A B 5 — B HZ At bR EE DA AR & 1 A2 7= il 28 S s F 7

[0010]  SHSEIR bk H 1), AR B AR S 4L Ry

[o011] 1. FgICHR ;2. FHPEXTHRGART) 53, BRI GATD 4. PR ;5. BEEX
W) 6. WAEVEEW ;7. BT A & B 8. &b ;9. 4L,

[0012] AR BHER AL IR b3 iR i il £ 5 vk SR b R R

[0013]  Ca) DABIBE S NS A [ 7R SCRFA, P S5 R T RE SR AR 1¥) VEGE 52 1k M B v FE i A (0 4
TR E b

[0014]  (b) FHF WA ;

[0015] (o) BAEMbras 5 & TR 1K) VEGF 3244 & B0 50 [ BT RS i AR, A=k
AR VEGF 55 VEGF 524k S FR iR PR &

[0016]  (d) M VEGF 524k K B i Hifk b o s bR AN

[0017]  (e) F BRI ALY (HRP) FR1C 11 VEGE B sl BTSN VEGE, At H & (a4 h
3,37 ,5,57 — DYFEEENZ (TMB).,

[0018] A< BHARF &5 (0 MR AT T, e 4 F VEGR A2 44 B B 7 [ BT A B A Bl G AR,
R PR ISAR AT () VEGE B ARG il , BT A A7 50 HEmf (1 52

[0019]  AHRFE A I AL bR A P 1K) VEGE, Pt ke B JeiE 1 88995 93 A sl At 5 3 A1)
L7V N

[0020]  H RS =X

[0021] "R SEE 2 R T S A AR AR R B, RS R SRR A A R B R B T U

[0022]  SEjEfH) 1 -

[0023] A< BH AT 2846 v LU R AWk

[0024] (1) VEGF 5214 J B va B B AR IBC- & E0. 43 B IR AR

[0025]  (2) PHMEXTHE (VEGE & A THD 1 3% ;

[0026]  (3) FHMEXT I By T8 137 5

[0027]  (4) FE AR 0. 05% HEyE —20, 1% 4 M5 A & EH, 10mM & VY 8 4,
0. 05% L Adi 7, 0. 4M NaCl, pH6. 5, 1 Jffi ;

[0028]  (5) BEHCAY) < BRI S AL VIBEAR 10 1M A2 N B AR A R B s B LA, 2 0

[0020]  (6) WRAFVELIWE A :137mM NaCl,2.7 mM KC1, 10mM Na2HPO4,2 mM KH2PO4
0. 05% FEYE —20, Ph7.4, 14 ;

[0030]  (7) BT AB, HA A W47 H202 ¥, B Wi 3,37 ,5 ,5 7 — VU FFSEEE A
W25 1 s

[0031]  (8) £ L¥A 2MH2S04 , 1M ;

[0032] (9D ERMAL 2 7K.

[0033] A5 BTk 1 £ P2 Jo 12 35 CABEEIC AR Ry 96 FL (12 4% 8 LB 8 4% 12 L) 1] it 5
(K], a0 SRR R FL 3 2 T80 T 96 FL, W &4 Bt s A N 8t 2 5k /b

[0034]  HiHle¢ 5V -

[0035] (1) VEGF JE[RIAT VEGE 52 Ak K (¥) 7o |

[0036] DL AJIGAL cDNA 3P Bt AT 28 Al X Y. (PCR) o K VEGF ZE A (4R IE )7
TS 19, PCR N 4 194 C AR 40 #5, 52°CIB K 1 4380, T2°CHEMH | 4388, 30 MEH 5
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T2 CARIE 10 23 %h. s VEGF 52 ARJE R HI 4 8 J# 4 e 11 5140, PCR [ 44t 194 CAEME 40
b, 52°CIEBK 1 48P, 7T2°CHEH 2 73%8P, 30 MEM G 72 C LR 10 738,

[0037] [ WAKZE :

[0038]  ddH20 20.0u 1
[0039] 10XBuffer 2.511
[0040]  dNTP (10mM) 0.5u1
[0041] 3’ primer (100ng/p 1) 0.5p 1
[0042] 5’ primer (100ng/u 1) 0.5u1
[0043] Taq [ (5U/ 1 1) 0.5u1
[0044]  F¥ikiz NDA 0.5u1
[0045]  SLfAHH 251 1

[0046]  #ERSHLYK [FIH PCR A MG 1K) F B, S B84 pMT18-T o, %% A0 KT B DHB @ , $2HY
HA R AT RS V) %8 o VEGE JEEKI K B 20 Pk iy 44 A pMT18-1, VEGF 52 1Ak (Rl ¥y EE 41 s R
4% 4 pMT18-2, DNA J741) 53 Br | g e AR 4 TR PR 2 ) 5E il o

[0047]  (2) B HRIEEARIIIE

[0048]  FI Sal I . BamH I 433G Fk pMT18-1 11 pMT18-2, 3 ] [BIYC VEGE Fk K] A B AN
VEGF 2 REEK B o [N A Sal 1 \BamH I EV)J50kE pFastBac-HT , [AIi 4. Tkb B Bt. ¥4
VEGF ZE Ry B VEGE 2 AR JE R v B o il 55 4. Tkb |y BUATIE$E, #3014 pFastBac—1 il
pFastBac—2. FHAN ]I FR il 1 P DI BEEAT 8 1) 2558 , 2 W BT fe T 8044 IE A

[0049] 73l ¥4 81K pFastBac—1 M pFastBac—2 %4k DHI0Bac A2 a4l . SR H W A DA
1, 24 /NI JE A BRI AR b, BA R BB T PR 2ml LB BRI, 37°C
250rpm PR FE 12 /Mt

[0050]  HEHX% TR I v P I Bk 5 AR

[0051]  (a)¥ 1.5ml BEIEHEENELE T, 10, 000rpm B 30s, 75 EIF , 4 B35 T 4%
b, A4 R PTIE AT T4

[0052] (bW 300w 1 ¥V 1 (50mM %8k, 25mM Tris-HC1 , 10mM EDTA , pHS.0), 7F
B FIRGIRS 5

[0053] () fn 300w 1 BRECHIVR LT (0. 2N NaOH, 1%SDS) , VR, EiRE 5 7058 ;

[0054]  (dD fn 300w 1 T4 ST (BM KAc, pHb. 5), UK¥ 5 738 5

[0055]  (e) 12, 000rpm &.L» 15 7347 ;

[0056]  (F) B EiER—HE 084, N 2 AR LK OB, 185 ;

[0057]  (g) 10, 000-12, 000rpm &L 10 7354 ;

[0058]  Ch) A 70% FHJC7K SEEHEERDTIE

[0059] (i) MR, % T 501 1 i RNase [ TE (10mM Tris-HC1 ; 1mM EDTA, pHS.0) 1, T
STCIE—/Piy, BT -20C&H .

[0060] X HRER P FURIBEAT PCR %552, PCR [ N AR AT IR ) 72 o

[0061]  (3)#LY% . 4w (L st9 4w e, (HASY PR T s£9 4H i, % sf21.sf158.¢127
A MR AR AT LIS BIAH R B ROR, 28 A —— 308D .

[0062]  sf9 4l U575 T Grace B FEW 1, ¥ 0 15% i 25 IMLVE 75 % 2% 50U/ml (B4 % 50ug/
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ml, %%ﬁ%ﬁﬂ? :

[0063]  (a) FEYLFT— K4l e 7 2] 24 FLAR ;

[0064]  (b)HEYLHy 2 /NNF, SEHRHTEF TG I  JC PRSI, BE— U ARG AN 500 1 1 K555
s

[0065]  (c) 7E 50 1 1 JLifiliE  EXHUH IR 4 A 2w 1 IR 5 u 1 BRI B4R
Fr, EARCE 5 38, B TR I B B vk, SR CE 20 438

[0066] (e ¥ L—DRRIFRASYMBI 4, 27 C R F7

[0067] () #E4y 4 /BT, WALRTFR0 N Iml ST E 1095 A XL Grace B89, 27°C
FRFR T2 /NI

[oo68]  (g) %4y 72 /N )5, MEEGA HEHLS ;

[0069]  (h) BRI ER BIE B GHT sF9 4.

[0070]  (4) RHFKEE AL (NI AR

[0071]  (a) Ni FERHI%

[0072] (T H{ Iml Ni-NTA |—g0H, 1500g B0 5 4148h

[0073]  (IDDZd BiE, 1 Ni-NTA I 1 A5 ARBR B2 i (20mM Tris—HC1 , 500mM KCl1
, 20mM KM, 2mM 55 2B, 10% HH, pHS. 5) HE:

[0074]  (ID HEEBBIAAES, H 5-10 AR wash buffer P4,

[0075] (b)) 40 HushERY) e #%

[0076] (1) 500g B0 5 Zp Bl 50ml 40 i ;

[0077] (11D FHZAALZE M (50mM Tris-HC1 , 100mM KC1 , 20mM BEMe, 5mM 355 20, 1
mM 2% IR TR R, pHS. 5) BRI

[0078]  IID) 10, 000g B5.L» 10 7380, ¥ LI H BB —HE +.

[0079]  (c) A4tk

[0080]  CT) ¥ b— BRI By BUm ) P Ni kErp

[00811  (II) H 10 f54AFAK) buffer A (20mM Tris—HC1 , 500mM KC1 , 20mM BME, 5mM
L CBE, 10% H, pHS. 5) YEAE ;

[0082]  (IID H 2 f%4AFR buffer B (20mM Tris-HC1 , IM KC1 , 20mM BEME, 5mM %73E
LB, 10% H, pHS. 5) BEAE ;

[0083]  (IV) I 2 £ AFR I buffer A PEAE ;

[0084]  (V)OH] 5-10 £ buffer C (20mM Tris-HCl , 100mM KC1 , 100mM BKME, 5mM %53
ZHE, 10% Hr, pHS. 5) BEE, B PENL I

[0085]  (VI) HI SDS-PAGE JeASril iy 4k 8 (1 (IR B S 4l o

[0086]  (5) VEGF H oy FEHUIAMI & 2l X brid

[0087]  LL/NECA %330, T4 VEGE fu b AT S sis . HRAE /N B e 2 250, Bk S 2
W I RS0, BRI R4 T 40 Mo g, SR TR0 482 BLISA J5 v 8R4 T BH Ik 283 18 40 M AR 1 i 22
PRI — 40 M A 0 B0 1 LR AT A PR AR, — L i — A so B 4 B T, o e 4 ik
[ 1) DU B FF o A5 BRAGRE 16 BT 10 FL B dn bt HL A3l i R SR, WA R e B 5E . HH
SLrp B — 20 SRR PRI AT T 3 WA B AR B R DA B e BEDLAR o ISR IR—BR R L DTVE A ZEAL
Hog PR, 4 AR 95% P L.
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[o088] R & — VAN BRI A AL 0 (HRPD bric B VEGF B sg ik b

[0089] (6 TAF &1 &

[0090] i IR A 1Y A 4 SR A LA 25 3R - R FH A A 9% b M B — 8 1 A B B AL
100w 1o 37C/REBERA P 2 /N, SRE AR EIRIE A BEALINE PBST YR, IHCE
30 B AiAy, AT BEFLIN 120 0 1 PV, SIRACE 2 /N o B PIVEAC T B A BSA, — Lk
AR FLPE P HHT B R AR . S BT, BUEE S EIREUNE, R =
BRI . HES RN Ta,

[0091]  SEjifs] 2 R FEAE FH 7 v

[0092] 1. MULSP7 22 230 25 B8 tp O P il g, OB & B ml 4°C o

[0093] 2. BH—fLAZ AL, HAh L AL IARERARBIR 1000 1 (B 23D,

[0094] 3. BRZSESLAN, IONBAPEXT B 1 AL BAMEXT BE 2 FLL MYEFRAS S 100 1w 1 SAHMN AL
W RS . TR B AR E N AL, 37°C 60 43 Eh,

[0095] 4. ¥EHR 3 K : (1D BFIPERAL JEISFL AR, BEREANIZEEREN 350w 1, EAN
S0 H ARG 15-30 75, PedR 3 k. (2)F ¥tk JERFLI A, BALINPESRE 350 u 1, #E
30 b5 PR A, 76 )Rk 48 B3, B8 3 IR

[0096] 5. [RAFEAFLAN, BALINMEEEAY) 200 0 1 (BF 4 3%), BHEHFL, 37°C 60 434,

[0097] 6. YEHR 3 K.

[0098] 7. BERMN HEEFIABIEE 10001 (B2 H) ER ML EREEE5) W,
BOEE R T A 25 58,

[0099] 8. #&ib M BEAL CEFEA FFLDS INE IR 50 1w 1 (81 1), R4S, P & 450nmOD
fH.

[0100] A B HA LA -

[o101] 1. &4 ks, Ak IR VEGF 324K K B8 v e oA Ay B2 0 4 400 6, ol Ity B
B, PR, 4650 VEGF PRI S o

[0102] 2. REFE M. M REIZREFT R ng/L K P,

[0103] 4. FasE. AKRHT 4CHRAE, ARINIE 9-12 D Ho

[0104] 5. J7{f. A BIERAE TIE, BT T A2 (BREARASOFE 55 KBS e AR I A a5 25 A
o
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