CN 103417907 A

(19) e AR EFNE ERFIR =G

*:‘P (12) R BRE | EHIF

T

(10) EHIF %S CN 103417907 A
(43) HIF AT H 2013.12. 04

(21) IS 201210166200. 5
(22) HiEH 2012.05. 26

(M) BIEA A FELUE 2L 4 R A 7
btk 050035 YA[db4E A FKE T S B AR I &
XK KHT 238 5

(72) ZBAAN BREE T2 IRak HWN
HAYEN] 2 ZE K
(51) Int. CI.
AGIK 36,9066 (2006. 01)
A61P 9/10(2006. 01)
AG1P 35/04 (2006. 01)
A61P 35/00(2006. 01)
A6IP 19/02(2006. 01)

WA R HBIH167T

it 1437

(54) & PREFR

— R 2 A AR R R AN A R 25
A R A
(57) 5%

AR ATT T —Fih 2520 & YAE 440 ] i
BRI 2T RN o R RS T TR
A BT 2P A GV RA IR AR A
B HCAE T2 A DI TE DR AL, SEI UE SEAS K ]
220 5 W T A AN R AR G R R TR
TSN AR 2R G S 2 B 0 R A s 22
LA BN BRANRE BB AR B S B, 294N
SRz AT A K ME A

.

ANVE BT R
g § & & 3 B

L3 DMEZS
= WA = FASHTRE



CN 103417907 A W F OE Kk P 1/2 7

L. —Fhrh 2520 A A0 w25 0 8 AL B 25 R A SRR IEAE TR N EE A b
191 % SR} 245 1l S
O 120-360, 72 1T 100-300 A2 30-95. R 2 30-95 FA 65-195. I A 3090,
3% 65-195 B 120-360 IR % 30-95. 38 Py 4> 15-45. 1 &F 65-195 A 65-195. B [F
65-195 #RKUH 65-195 L MEHL10-30  FIfEIETE L 65-195.
2. WRAEBCRIE R 1 prid IR A, FERFAELE T BT 21 3 o 119 JUke) 2 1l A
HEE 1200 2 VT F 3000 A2 300 R 2 95 35 A 65 [AAR 90 P4 65, & 15 360, s
30 X9 N 4 45 HBAE 65, F19E 195 B R 65 48 K08 195, %5 10, (4Eie 5 5 195,
3. WRAEBCRIZE SR 1 Tk fI N A, FERRAELE T 1 T 21 F o 119 JUR) 2 7l
HEE 360 U1 T 1000 A5 95, R E 30.FKA 195, AR 30 FAGE 195 4 120,
IR%E 95 WS N4 15 B4 195, 1% 65, BIIR 195 4R KU 65 - ¥ e 30, (A {RIE 5 & 65,
A WRARBCRIZEK 1 P B8, HREAEAE T i 20 S 11 S5Ok} 24 7
B 250 0T F 2000 A28 65, R 2 65,38 AR 132, FIAR 64, F45%E 128, BT 25645
X650 4 30 AR 128, S 128 B FR 128 4 (KR 128, 1% dt 20, (A7 5 5L 128,
5. MRIEARIELSR 1-4 &Ik (¥ N A, R AEAE Ik v 25 28 & W W 3 1 1 73 F LA
IR -
(1) % M Ja el 2 5 i LU AR B P 2567, 19+ 32k
(2) L yiF A2 6-10 fi5 & 50-90% SEEHRHL 1-3 Ik, BRR 1-4 /NI, & ISR B, i
TE, VR A £ B 2 TC A, SV S i A
(3 VFRAR AR RN 4-8 A% & /KSR R, WO R, 1 2R ICER , TR ROk
B
(4) % R PN B IREER R AR 5
(5) VI TG R 2 AR B PO R R A0 R, 52’ (2) PR
2 T B S R, SOP IR (3) T 3R AR AR I i e iR A 3, I 7-10 £
K INFARTE 1-3 IR, BRIR 1-3 /NI, B FFBLARL NN IR (2) TR A S L il 78T
LR (3D KK, YA 22 25300 4F 65 C MBS AT 25 FE 2 1. 15-1. 30, T4, Kt 2%
IR (4D BT AR Ry DR (3) T35 R i 5 20 38 (5) BT A3 10T B Ry 35 R A iz 25 41
HVRIE YR o
6. FRAIBBCRIEL SR 1-4 AF— T i il (1) S, FCRFAELE i 2540350 28 O R B 371 7 771 i
T3 R~ AL TR T 751 4 52 500 AR 1) S P01 Tt 2 5 e B 7 o
7. WRIEBRIEL SR 6 Pk (19 N, HCRFAEAE T Ik 250 e 20 (1 ol 46 2 DL T AP 3R
il -
(1) 2 W J el 2 5 LU AR B P 2567, 19+ 32k
(2)AZ VT, 0 8 f5 & T0% SEEPIFREL 2 UK, 5—IR 3 /N, 55 4k 2 /A,
G IFREGHE, I L1 22 TC R, JERN S o il Tk & H
(3) VFEA AR AR, A FRHRIE A i, $2I I A) 6-12 /NE, 45 7% i o 2 B , 5%
B FOKEHASH
(4) - s XS Py SRS 2y, AKVE, 60 CHYT, H5IREAIE, My ik 100 5Ky, K
JasH
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(5) VB EG R 2 GG T 5 ARG S B E  MERE L F 28 B R, 52D 3R (2) h T A

2 LT T BRI, Bob IR (3) TPATRFR . AR R IR R R &, n o 15 &
K IR 2 Ok, BRK 2 /N, 5 9F B, A D IR (2) P A S Lt 1 REHEBATD
TR (3) PR/ WRAR AR 2 B 1. 20-1. 25 HVE ', T4, Wi, 1588 HhETFE
B NN 24 2427 T 32 52 AR HRDR

(6) HLIR (3) TR M AN D IR (4) hITARARES | B I S e R4k b, TR
50, HABR ) G RRTRLIE S, 5 1N IR BRI .

8. MRIFBUANER 1-4 £ IHTIR 1B HT, FERFAEAE T ik o 25 215 WD AE I il e i
PEREI IR o

9. MRIFBANER 8 Frid ity B A, FURFIEAE TP i v 25 20 & WD L ) 26 B LB TR E 45 1 24
Pyrb IR o

10. ARIEBCRER 8 B i B A, HARF fEAE 1 BT ik vh 25 20 & ) 8 1) 26 5K & 368 P
IR Lk Je A e A2 1K) 250 B S A o

UL ARPEBCRI R 8 Bk i B A, HRFHEAE T ik vh 25 4L S WA T 25 K G AR BLULES
3— PRBEIDHIRIBT (L AR RS K 250 h I R

12, RAEBCREESR 11 ik KR, FORFAEAE T AT BEAR B LA 3- Bl o 8 =

13. MRAEACREESR 8 Arid i) B AL, JLRFAEAE TP vh 25 2 S 0 e i 46 I AKT S0 550 BT
IEREAEFE RS I 250 I A

14, HOEACHESR 9-13 AL — T BTIE IR FERFHEAE T I e i o B AR e A
SUBRE AU A e < 4 i B

15, ARIEBCFER 1-4 £ IR IR, JERFIEAE T Bid b 25 20 S W AE M i SR G
MR R AE A S P IR

16. MRAFAHER 1-4 £ —TUHTIR R A, JLRFAEAE T Birids b 25 41 & e S 0B R
R PR I 9 A AL A 1 240 R S

17, MRPEBRER 14 AE— TR 1 R, FEFAEAE T Firidk b 25 45 W) E 30 ) 3 K T
B & A 2 LA
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—Fh A SR N H] MEE RS R A

AR G
[0001] A B Je—Floh 25 2 & WK FH o, A, 380 B — Tl b 25 20 45 0 A il 4% 30 1)
185 AR R 2 P R LT S g P 24 T K

EEHEA

[0002] AR (RIHTAE IS FE K ) AR I 8 2 AL RD I B 2B 5 I % AR 3 i CAZ AR I
Pk R 77 SO OB IS, 0BT AR R e 1 ek BT 40 e /P R AH Al e S S B R AR
M58 T A P T oA g PR B2 A o L 5 00 I 7 T A ok R A (R 0 ot 7 A R o A
B b Rl 1 RS 25 1 IR BPEEIR A . M A e AMA R B HEUE B L otk H 4 )
GEF AR REEEEM . R, 200500 1k Al 5 M8 i 88 A2 2 DIAE G .
[0003] 51 M AH EL, BivRg ifn 38 (1) 4 A i = SE 3, N B i 2 IR0 A7 AR R B4 0, %
PR, (A8 DRAR 25 HA 25 8L, A8 K B ) I A i R ) A TR B, SX P 5 1 1 R S B0 R
SRR A) e [R5 T 4 B R AR B 78 o g 16 2 Ko W S AN R OB B, RITM T I8 1)
LS A K B AR G I P RS I B B o 4 R I AR TR R R AR KA S
172 mmde A AR BOR BB VR BT O . — RRIE DL R R T AE H S 2 B4k
P, BN B DY B2 43 b TR ES . A W A KRl (vascular endothelial
growth factor, VEGF) A BT 4k 40 i A K IR 7~ (bPGF) 2 B2 1 100 8 A Rl X6 PN B2 4
M B m R e e, LB AT R EE B ARIVETT 259 B A D BIVE R o 40 ik 1T 52 14
YN MM PR 2 AT LA I A AR ) ik AR IX s 25 0 mT CAAS ot 40 B W A T 2 P M 7 2
[RIEH o

[0004] [ isk TG PR il R 2B K, TifRe 400 R 100 R E B R B S IR 4R 28, 3K AR A2 T R 40 i 25
JE R, T8 Ak 3 R s i) A S 8 B vt A R T SR AL o L ST A 6o AR 0 e ) 3 i
PEHC AR EEL . b5 40 M ) Th R 55 s 40 M i e B e ) B VARG » BB BRI (FAK) 740
MRS B RIT B il o 2 OB R A, 2656 BN (FAK) 500 mT LA 28 PH LE e 48 B
[R5 .

[0005]  WENEELLEE 3- #HE (P13K) 15 52 SH4HA. 7 4b U8 T 0 25 B i 1 55 22 F 4t
DhBERIRAT o JTAFR AT, TA B PI3K FHIL il 7r 782 1B B (Akt) PRALAifE 5 ik
NI B A A R R B DA O o 122208 5% R 1 8 00 1 1 B R A7 L PR S i AN S
B4 BB PR Ak, 1y EL S bR A B RS L RN iR i A A i DA R A R 9 R TR A A S A
s HETLA PI3K-Akt 155 18 B S84y 7 0 40 s I B vy 7 Sk IEEE R B . B2 HER
(Wortmannin) st & H A i B AR, H AT C A8 NIRRT B . 1B 2 T & 2 45 1 A
T
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CAS &35 :19545-26-7.
[0006]  JifyRg 4t o (1AL AL AN Rl B 7 Rg 2 22 e 7% rh iR 5 S B MAE A . PIBK RefL i B 5 R
N SR BE T, TSR a,B . a B, fl a B, FRFBITAHZLER, 11 PIK NF
RIS PRS2 o B 5 BRI, TEFL IR A ON S8, Akt2 [ Rk ged S 1V
BIRREE LIRS ER B, A N4 2 2 M
[0007] [ A28 AR 51T 98 11 PRI AN B, 28 G D1 98 2 LR I A 1B AT PRIV O BEIR, &%
Ja 3G I BE R AT, TEA A b 3 BRI T I S AR TR i IR 2 23 1) DG 19 i N SR B R e, 1
A AL A 2 M, AR AR, A A2 5 A K2 ILE 8
BORLEE B, 1A AL AR (R R AR S BB RAE R o AT 2R R P 5T R AR, 8 AL
AT A FRAR I A R ) 045 A e A i 428 1 2 2RI
[0008] Ml JRJHE B AE (diabetic retinopathy, DR) J& P& KA 7 (0% PR v 12
A FEARRE , AN A2 o Iy 38 ORI A A 2 AR FR B Z2 ORI A8 4%, DR S 28 52 JLF- BT A3 9 PR
Ao DR FRRE USRI A 28 20 TN B PR A o9 ISl 1T 5 738, 5L A5 38 3R I A T 00 AR o A 4L P
FE AT A R T e I — A% DX B R B R S« 2B 0 L P 286 0 DX TG R v X A R AR 1M 7 T
5, RS | R IS U IR X R S, e ¢ S B Zh REAN T I PE A o R A Lk 30 K
LA ERAL IR AR A, 2 S5 an 2 A A Sh BE R 30 7 S IR T B O B A AN D
D, W A A IR VR T R AR AR AR (DR) Y EE LAY .
[0009]  Fhk S FEAELL (AS) BB ANAG & W] 5 BB Bl 3, b i % A2 S e et ik 25 6
(ACS) o HTAFARMFFTRIN, BEH A M 8 A v] e BE s AR AL 3 AR 1R A 2, 38 B R g AN A e
P, PR Al B B py i A8 5T AR A ARS8 Sy I BT B E OCBE EVE o YR MR I B AR T LA
P R & B A, e O A EE RE 0 S AR BIVE YT s i Pk o0 1T E 1 o
[0010] AR BRZAEHE 200410012347, 4 5 LAl F b AT Bt & B, fE b S0 | A&
RS IR BRI N . ER TR A THX T A G RN S A R R PR, TG sT
Jih9ed o

XRAE
[0011] AW Je— M b 5 405 W IR HT T ag , FLARE, 38 B — b vb 25 41 &5 W0 4 il 2 50 i
18 A R 25 B R A o

[0012]  ACY W ik ro 245 355 m] 42 HE (4 [ A 2 S RS B Crp 2R L) AT M . AR
BH 259072 R T = A B A9 ) DR 24 a1

T 120-360. 22 U1 100-300. A2 30-95, R 2 30-95.F% A 65-195. 1A 30-90.

FZ % 65-195\ & 120-360 4K % 30-95. X% P 4 15-45. W %E 65-195. [ 65195, 15 [k
5
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65-195 12 K8 65195, -8 1 10-30. ALEIE L 65-195.
[0013]  DRIERT, %A 2520 A4t S 4 1) D k) 245 il A
B 120 2011 3000 A3 30 R 2 95,38 K 65, AR 90, 4% 34 65, L iE 360 fR%E
3038 N 4 45 ¥ AF 65 F19E 195 B R 65 AR KU 195, 1%l 10, (765 5 195,
[0014] &Y
B 360 VT 100\ A2 95, R 2 303K 195 AR 30, A0 195 8 HE 120 4K
295 W N4 15 B % 195 AL 65 BT [k 195 4R KW 65, %5 Ht 30, AL H 5 65,
[0015] &Y%
T 250, LUl 1 200 A 65, R2Z 6538 AR 132, AR 64,455 128, KW 256 1k
X 65 09 4 30 PR 128, AL 128 TR 128 AR KU 128 1% it 20, (AfE e 5 5L 128,
[oo16]  ARIERT, Frik b 2559 HIE k2, AR B A AR,
[0017] AR BHICHAL T Arid vh 25 41 50038 PE oy B LR 25 BB -
(1) 3% W J5Uk) 25 3 & LU B RREUH 2587 , 150
(2) LT A 6-10 fi5 & 50-90% LEEFEH 1-3 IR, BRI 1-4 /NI, & FFHEEUR,
ok Y8, JER P L 2 TR A, S8V M 25T A
(3) VFEAR AR RKINN 4-8 £ mE/K FEEHE AT, WO A, T A WCER , Bl SOk
W&
(4) % H RS Py ARZERG R AR 5
(5) I B R 2 el & B BRI e s e TR, 5P IR (2) TP e A
22 UL F I i, oD IR (3) TR . EUR R i e AR A A O, N 7-10 %
K, INARRIRL 1-3 I BFIR 1-3 /NI, & 00 BURG IO PR (2) TR A2 L v1 1 U
FLER (3D A 7K E T, WRAA 22 25 AE 65 C NS AHXT 25 FE 2 1. 151, 30, “F-J, ki, %
IR (D AR R PR (3D i3 ki 5 23R (5) I3 T B SL R sz b 2541
EVEREYERT o
[0018] A BH 258 (570 26 g R 500 7 7910 ) 10 RO~ 0 Je 0 L KU < T 5910 B )
F) < P R T Wt 25 1) B S 7)o
[0019] PP REEFFIIKI il 45 J7V2%, A2 HH LA R 2D BRI
(1) 2% W8 J5UR) 2 5 8 LU RRE O 2587, 1
(2) AZ L vi, N 8 £ & T0% LFEPIAHEEN 2 I, 55— IR 3 /NI, B Rk 2 /i, &
FHPEE, (R LT 22 e R, YRR N 28\ Lot kil 5
(3) VFRA FIAR VRN, & R A i, PRI I TR A D T 8 /NI, #5818
Bt SOK A
(4) « -t S N UR B2, K, 60 CHET, SER%5 I, ¥k 100 B Ry, KR
Ja&H
(5) VEE B R 2 RIS ke e IR R, 5PIR (2) REREA
2 LI FIEE R R R, FOP IR (3) TS HOR . R R K R ERE A 0T, N 9 £ &
K IIFARIRE 2 Ik, BRIR 2 /NI, & 3 B INANEER (2) TR A S L ol RS- 2
BR(3) FP R KIS, WA AR X 35 B 1L 20-1. 25 VS &, T8, s, 15 T80 B iiEe T8
K INNIE 24 2525 B Rl 852 K ARRHRDRE
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(6) HFPER (3) TSR MBI AR (4) T A% R R R Aik b, TR
53, HZBR ) TR RTRIIR ST, 3 AN, IR FERIAS
[0020] A5 1 24590 F LA 5] 7R 42 L R B ISR 24 0, R R i) 26 7 ik il 46 49,
P 2 ZiRAE) ChMgREE AL 1997 48 12 A58 1 OIS 64 L2, 250 2% v)
A H AL
[0021] Dy Ead5h MY e S B, 5 A A I A8 B I I N 24 2 T2 B DR, 4 3 7S
T R AR SV R S BB AR TR R R BRI TR TR RS R R T A . S AR GER
PR ACVE AT U H e T P ST It AT A 3 RORE S 5 AR R R e TRURAL Ve R
Tl T 4k 20 R TP R VE R o L ST IR ER s ot B AR AR TR 2T 4 38 AT IR T AR 4T 4
AR IS BEIRIR B+ e R IR T ARy AR SR B R ALER R LG
LG P o B ol it £ 448 3% TR S B e AT PP RL 2T 4 30 55 R IR, Y 3 2R L it
Mo B P2 TN B P AT Al 355 s RHARSRI LA B0 B < el 40 A E L TR L S o H IR IR S
HRORFT LS «FHURGR B A B B AL < JE iR e 2R AR TR R PRl oL iR S B i
ROFFLIREL B IR S L8 FE A 5 AE (PEG6000, PEG4000, MR . A {3k 778
RENS UL A 25 257027 , 5 A8 ) 2 X LU0 B I NN 28 2 R 32 [ L E iR G285 (b 25 25570
N, BHERLE AR 1997 4F 12 A5 1 IR &5 B BATED o
[0022]  SCUGAIESK, AN B 25 WD 2H 5 WOAE RS T I8 AR AT A S 4 i 55 3% HAT EL A%
IR AL X6 T g R AR BAT LRI A, JF HR U A S FORG BT 4 A
F HINHIE A o R, BEAS 525 B30 FAK B AL , W [7] FAK $0 057 ST il s 2 e
[0023]  SCEGHIESE, A W 2504500 ml W [R) PAK S50 B3 1k BfRs 4 A%, 3wl LA [R] PT3K
FHIFUAT AKT ( 2258008 / Fra BRI ) FHIFRIBT LR A .
[0024]  SEHGICAIESE, 1% 252415 W0 m] LA ELRIN I PR 40 1, I HL AT CABs (B AE IR e 22, iy
TR B IR I N LR T A0 e &5 M e B B AT L Bl B R VR
[0025] %R 2520 G W mI AT 28 R DA A 1Y 58 VB B A A e A K s K R B o A
PE R TR T R PATRAE ST 28 PRI W RS0 2 LK% T 50 F R e 8 AR 7%

AR 2, T S 54T, Ayl b 250500, AN RSN, ml A A .

R 1 152 AR

[0026]  [&] 1 DME25 {44~k HECV 40 Ml i /N AL eI E o HECY 4t Mo T 55 I i e J2
2Z 18], UL HECV A A X R ZH (AD, FAK P55 P4 (25nMD (BD, DME25 Fi4H (1:2000) (C),
FAK #1570 DME25 BEA TP (D). B BB W E/NE R (A-D), FHEFEE T HAR
AW (E). DME25 R 25 J )/ NE TE e IF HoRH FAK FNHIF) 2 [RIAEAE W RIVE A o

[0027]  [&] 2 DME25 XA~k PN Fz 40 i A I E AR R AR o AN [RGB MR FE 1) DME25 Ab PR
M 720, FHEESRIEAT AT E. 6 HECY 40 Mg A= KA B B .

[0028]  [&] 3 A :DME25 7] & 4 i 1 #11 ol HECV 48 A 55 UG B, DME25 % 78 B A 1:40
1:125,000 (A) o FBAKT 1:25,000 BRiMHIfEM o B AN =4E g . 2o 2 SRt
A 121,000 FAREM DME25 ACFELNM0. X &l A0 Y & BEPT . 7 B A, C AN
D HRNEI A I TR B o C R P ORGP 40 B Rl £ o D < B R A5 AT T RS PR 4t g
H. 5FEAXMALLE, * p<0. 01 ;5 500 DME FTHA FAK FPHIFHILLEL, © p<0. 01,

7
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[0020]  [&] 4 DME25 FH4H Mol 2 1R FE KIS & (A 5 FAK 42 M (B) o BTl
P oRIE T Rb B,

[0030]  [&] 5. DME25 il FH A2 FAK HIVE AT« DME25 REMS & 2% el /D&, JLAE HIAE 5 FAK 1)
ISR B A i i, B rp BT R A AT (AR = HERERY (B) o 1 XA ;11 : FAK $H50) T 11
S (25nM) ;iii :DME25 FF4HML (1:1000) siv i1 f1 i1 BES TP X &h 0% ;Y &h FH
ARV RLILEE

[0031] &1 6 DME25 X4l il # 3l /E M M FAK 1ER] . DME25 RE 2% /b 41 B i #
HAEHAES FAK FNHIFA A i # 30i, B e BT 42 (A R =4EBEAY (B) . 1 X HRA 5
i1 PAK I 740 B (25nM) ;iii :DME25 TFF40AE (1:1000);1v :ii Fliii BCAT . X
B R Y B BEPTS 7 B iR A BRI ET SRR RS S 0 B TR A

[0032]  [&] 7 DME25 #1) i HECV PN Fz 41 it FAK 11 Paxillin M) f Be k. I 3% YLk 2h )5,
DME25 (2 FAS[EIHRSE, 1:1000 A1 1:5000) FAK 515 (25nM) BL# — 2 HIES T 71 HECV 41
Ml 60min. 7F SDS- ZEAMGEEIZEER vk For BB 0 G, FH FAK FIHTE & VR IR AR e 1k
HUARXTBEIR AL FAK F Paxillin AT HEEMIN

[0033]  [&] 8 HECV 40 g kG B Bk (FAK) FI pFAK S 58644 (h ., 20, 000 HECV 41 o4y
BUINEE AREFEIE . DME25 (1:1, 000) « FAK #I5RI LA & 38 e e 2 /B 5 4l el b e
HE 52 5 5370 F B FAK 9T pFAK FTiRLLPR)E , S FAK (Z2 D R FAK B AL CHD BR3¢
Mt 100ms FESJ5 FAK 553545, 400ms HREFf5 pFAK %3k 15

[0034] &9 DME25 X} MCF-7 ( L), MG-63 () Fl A549 cells (F) FEFURB1EH
Wi, WREE T 10125, 000 X545 0 HIEH .

[0035] || 10 BEATURLIN DME25 HI M ORGP o 3D 4552 Il SIE S 4 B4 X6 40 A B 1 7 F 5 X
shomAE Y B F R 7 Bl oA s TR]

[0036] 11 A549 41 Rb #5250k

[0037] 12 DME25 ] A549 4 fiTH#% .

[0038]  [&] 13 PI3K/AKT il % #F DME25 5 5 DU-145 40 o K B /0 (0 4F Bl A n A
Wortmannin %40 HukG B 520, B (AKT FP5IFN DME25 X 40 Hukk B VEH

[0039] & 14 DME25 X A549 4l AKT (Ser 473) TEMRALIIELMT, A: West—blot Kl AKT
(Ser 473) WEME4k ;B: Image]. Bar %43 #7 pAKT/GAPDH 4575 4%,

BRIEAR
[0040]  SEHEMI 1

JERLZG T T A

T 2508 L U1 ¥ 200g. N2 65g. R & 656g. 3k A 132g P EANR 64g. A% 1288 &
IS 2568 P % 65, XN 4 30g. WP AE 128g. 13 128g. DA 128 AR KU 128g. + 8
20g- 146 e 5 5 128g.,
[0041] & T7iEN -

(1) <% [ JEUR) 25 B 8 L B ARE P 25864, 1932k

(2) AZ LV, 08 fif i T0% ST AIREREN 2 ¥k, 35— 3 /NI, 8 0Kk 2 /MBS, &
FFHVEEGR, I B 22 TR, JER A S LT 7kl s H

8
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) FAR K EAR RN, & IR EE K, FEHIN TR 8 /NI, 4% 2 73 28 W 8k, ki
KoKW
(4) « T XS P 4, KPR, 60°CHET, HARZ G FF, ¥r i pk 100 By, T 3KGY*'CO—r F 55
K& H
(5) VEH TG R 2 B B PO R R A0 R, 52 (2) PR
2 T A SR TR, BOPIR (3) T TR R D VR R I v S (AR A 5, N 9
R, AR 2 9%, BRIR 2 /NI, & FF BRI NP IR (2) TR NS L 0l 1 4
PR (3D PR ZKES I, WA AT 25 B2 1. 25 WG, T8, i, &
(6) EBIE (5) BT T8 IMAIEN 134 70, F 85% LIk 5
(1) VEPIR (3) H TR i 85% LEEHSA, W NDIR (4) F T eiR% | L8 X8
P 4B 1, WA, 5P (6) F TR RIURIIR S, 25 HH /N, 22N 1000 R IR FERIAS
[0042]  SEjEfH] 2 -
SRR T A
T 360g. L 01F 1008 A2 95g. R Z 30g.FA 195g WP IR 308 P AE 1958 . &%
W 120g K% 95g M5 N 42 158 WE%E 195g [0 658 T R 195 AR KM 65g. 1% Hi 30g. [
Tl T 5L 65,
[0043] il TTiEN -
(1) % M J el 2 5 LU AR B P 2567, 1932k
(2) AZ L VTF, 06 fi5 5 90% LT RIHEREL 4 /N, $REUE AT .1 22 TE A, 38
NS Ll il & H s
G FEA AR RKIWEI, 4 R KERIEE R, LR 10 /N, 44 & 9
TR, R ORI
(4) 8 X8 P 4, KPR, 60 CHET, SAREGIF, ik 100 By, T 3KGY*CO-r 45
KW E & H
(5) VEHEE R 2 e 5 B PR R VI B VIR, SR (2) TR
2 Ll R S R, KOP IR (3) TR R R I AR R TR i S RS 5, n 7
B K, AL 3 I, B — IR 1 /NI, 55 IR 2 /NI, 28 =R 3 /N, A FF BERCR I BR
(2) HETE NS A T PR IR (3D A (KT, We i AR X 255 5 1. 15 S8, T,
e, & H
(6) LI (5) BT TR IMAIEN 112 75, F 78% LFEHIK 5
(1) VHEPIR (3) W3 i 85% LEBERA, WINDIR (4) F T SAR% | L8 X8
P T4 T, IR AT, SRR (6) F BTSRRI TR S, 42 R 7 v s 1000 A
[0044]  SEZjfhl 3 -
SRR T A
TG 1208 22 U1 1 3008 A2 30g. R 2 95g. Fk AR 65g. A 90g. - 4% 3% 658 L I
360g. % 30g X P 4 45 I 4E 65g. F1TE 195 DI I4: 65g IR K 195g, +- 8t 10g. (A1EHE
T 195,
[0045] Tl #& kN -
(1) % M J Rl 2 5 LU AR B 25467, 19432k
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(2) AZ VT, 0 10 £ 50% SEEFIASRE 2 K, 58— 3 /NI, 55 4k 2 /A,
A IFREGH, I L1 22 JoRER, JEBRFI N 2 L 0T 7kt 25
(3) FRAR AR AR A I, I 10 A5 /K FRHUE A&, & B[R] 6 ZNi, #  ih 7
PR, TR BRI WA
(4) 8 X8 P 4, KPR, 60 CHET, SAREGIF, ik 100 By, F 3KGY*CO-r 45
SR E &R
(5) VR EE R 2 IR 5 B PR R VI e VI R, SR (2) TR
2 T IR S R, SOP IR (3) TR T A . AR R i S iR A 5, 0 10 £
K, IAETRE 3 /BT, & IR NP IR (2) W T3 NS il FRESRIE A IR (3)
(K1 K ST, YRAR R AFE AT 235 B 1. 30 (KNS B, T, i, 2 1
(6) HPIR (3) AR HE R 80% LEEEA, MINDIR (4) F T SAR% | L8 X8
a4k, IR AT, 5P IR (5) AR BB K, 15 B 7 i H R 1000 LR
[0046]  HIIESEA K BHZSMILEIRTT R, RS 1 19 R cEE 5] (LU R RRAS R B 2540D,
AT T LN R T -
S 1 AR B 2 0B AR R B AR R B 250 S FAK SIS R4 IR SE 8
ML 72
g
IJFFERIK P B4 e (HECY) WY T InterlabCK 2%, B RHD o 1% SO i 4 35 7 40 3 55
FE4 (DMEMD (PG #3008 HL 27, 16K, Z2 390, S 1D, F LI 8 38 VBERE 2O 10% B 2F 1
5 (PUAR L B B 7y ) . 4R IRAE 37°C, 5%CO, 1 95% WAL FiEAT. AN THEJRIEE CR41%
JEJED W H T Collaborative Research Products 2ya] (Ulf#4E 8, gy 20N, £ ED., —
Tl 6 1 U5 A 2 B (FP5 7322800 H T Tocris /4w (i MHFE/R, e D, Paxillin
S T4 G o 5, B R S EBUAR (pFAK T pPaxillin) B H T santa—cruz WA
A F) CERE I, InAAE Je M, 26 ED.
[0047] 51k
TR A B
W 5 AR S AT, A R B 251 CF 5% R DA 25 M0 i 43 B 2 w1 A7) R 0 Tl Ak
R 0% B 254 s 32 N 2540 400mg, N DMSO1ml, 3538 T HERE 5 20 5 / 4, 12 /NI, #538
14000rpm B0 30 4381, B G ISP Ehys i, S8, 75 405nm ) 56 B R, FBE SR 0
2O 0. 25, BEFR A DME25, 43 25 LR AFAE I brvEAL IR B, 45 .
[0048]  fRANANA AR 51k
HECV 4l g LA&EFL 3000 41 Hu e 96 FLAR o F— N =0 B R & — 1, 3 KA1 5
Ko IR BEFRZ )G, TR T IIEFREs Rt A 4% 1 PR 5 A 5% 14 ik e bl
i 10% FBS BRI 25 45 i 58, i FH Bio—Tek ELx800 £ INBEREAR{X (Bio-Tek {X#x A w], Hh5
Ry 5 5 D AN 41 2 T
[0049]  HAZhAH ML FTPHFLAL B (ECTS) Ay HEnth i 40 Mk B FHAT 7% S iy
ECIS-Z 0 A (R AL B2, e va M, 56 D 4 T 40 BORS B A2 2 M (Rt A
R 9T . 4R A T ECIS RbA A M, Hdili& rdeft. Hari) SR 96WIE [
Fl)o ECIS J2il it B T 5 MUK 0 (1) 4 JE e AR R 2 40 e 5 G B s 2 TR AR ELAVE A
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b J AL 5 AT DG BV VR T B 2 3R 1, i M A S8 i 7R AR 15 9 1 /D o AR R AL
BT INAH R £ 4 B e 7 20 RS B X0, HORS B 1 70 40 I N I 271 5 45 B0 21 PR ER
X4 TR ARG, 40 B FEZIAE 3 /NI G IR BN & . 52 40 A 2000MA ¥ FVEFEAT 20 FD
A e 2 T BHATAT FL R S 3R 20 /NN o (55 e SRS, 7R XS0 AR L LS B I I AL
FIICrp o RS RO AS 2 07 A8 A ECTS RbA 4 M B4 1
[0050]  ARHME T S5

A Sk 0L A S T BT Aof FH 25 G 6 P B2 40 /NP T R 8« FE RIS B 9225 N,
250Hg FFE JEE B AP RE 76 96 FLAR b, 3B AR 3G 7528 vh 22 /0 40 7 Bhfdi 2 itk . X2 )5,
35000HECV $2hh 21|54 FIA S MDE25 B FAK PRI LK 2 85958 4-5 /B, ZERF 72 HH A 1)
BN ST SR IR B DE N SR E R Inage J 3 AkEMK .
[0051]  HfzHtYsth (IFC)

HECV 41 g Fh 1 16 FL = & H /r (LAB-TEK Fisher, 3:[H ), 20000 4~ / fL, ¥ & it
W (25)0 WRIRESTEW, A% BIAE /R I ARE 52 4108 20 min, BBS =LA 20 min, FHRE I 0. 1
% Triton X-100 BBS V&AW, 20 ZEFL 5 min. % H MenaPath Autowash buffer 3[4
(A. Menarini Diagnostics, H[ED §¥E 20 min, CAPHW AR T EL &, &8 5 2T B AW
T ME (Sigma, JE[E )29, S BEEYE 2 K, R R EPUAEPRIC 8 A paxillin,
p—Paxilli.FAK.p-FAK (Santa—Cruz, 3¢ ). —$Hibh 1: 100 Mk G HFE 4000 1 h, 220
PE 3 IR, ZBREEAR—PT. W FITC 4R IP i =%t (Insight Biotechnology, #:[H ),%
B E TR LB E 1 he &fa, B3R EDE =K, R ARE56 3, Fluor-save 3/
b (Calbiochem—Novabiochem, Z[E ) J&, S H B E R BX51 %06 B4R T 100 59045
MEL .
[0052] Mk L vk A S e B

AMAE 25 om’ LR FM P A K B aA, BWCEANM, I HOMF 280 (7 1% Triton
X-100, 2 mM CaCl2, 100 ug/ml ZKFIEERANEH , 1 mg/ml SHABEAL, 1 mg/ml #ER B
ik and, 10 mM JEELERHD, B T rotor wheel [UHPEAELNAL 1 h, 13, 000g B0y ZZRAE) o
JRASFE SR Bio—Rad DC H HiAF&E Bio—Rad, E£H) #THEAEE.
[0053]  Bf 2% A AE & BEAT 78 43 40 B, K H Hybond—C Extra fiff B 4T 4 % i (Amersham
Biosciences, JE[E ) ¥, 10% 2F 0hE G, R @ s A MRIE. 43 HRHBL -pFAK $i
RFIHL —pPaxillin PUAFR ICBEEE AL 1) FAK F1 paxillin(27). R GAPDH ¥ 5 PE i 4
(Santa—Cruz, 3£ [H ) Jll5E GAPDH K&, LVFM AR S SR A K P5—8E. A%k RkH
SWDED JEML % KOG R G AT B4 (Perbio Science, BE[H ), % UVIProChem fif% 545 ik
ATREI (UVItec, BEME ) .
[oo54] £

AR B 24 R SO R INE R BAEAS SE 8 P B 4 e A

PRAN/INE T RS 36 45 AR B, 5 %) B4 L 55 DME25 Bef% 0 25 46 i /i K (P=0. 046D
(LK 1 4% 1:1000 BB o X AR AINE A= A AL HDHIVE S [RII A HECV A= A= 4
MEEME . (LI 2D DME25 FEAH %) IR R 30 [ P 0T P B2 A ) A K e 2 5 1 sl
[0055] X 4 Jifa 2k Joa Ak B HL AT i 4 FH

DME25 X HECV ZH JHu 1ty 25 B 28 20 Ay e FEE AR ¢ 00 ) 47 5 B S ) 00 i) FH R P A

11
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1:5000 B AR (B 3A, B 4D 18 FH =4I n] LG 31 DME25 BRI HiI/E H 2t 858 PR s
IOAE (B 3B) o LI 4 M 5 RS PSS A, DME25 235 0 41 ok B AE FH (] 3C-DD.
[0056] A/ BH 2 Rete i > N B 4 i it %

FGH O AN B AR AL, 40 BT RS (R RE 05 4 DME25 303, I HLAEAT FAK 3030750 B FH 4
MUT R et p it — sl (B 5).
[0057] A BH 254 F0 FAK ST P9 52 40 B & B S 32 RS R/ INE T A7 A2 25 W TR VE

FAK 055 % HECV 48 fn /6 H 52 (&) 3C, 3D, 4B,5). KEHa] DLHH, 5 DME25 BEA I,
P HI4E B Py (R 25
[0058]  FAK HPHIF0/NE I TE SR I M E FEA BAA B gk 245 X (p=0. 14> (]
1E). {H 2 DME25 Fi1 FAK $HIF 56 FH 5 6 AL L 5 FH FAK 050570 28 L &% 5 FH DME25 41 AH b Xt
NEA R R BERIEIER . (P=0. 006, P=0. 041, P=0. 011)

A S W20 i N B2 40 i FAK B R AL,

BAT3E— 5T DME25 % HECV 48 i FAK Fl paxillin & EE T /EH, T2 XL

W H MBS Z R B IR AL, 12 1B 2 IR B R AL e e bR . an &l 7 vh iz, DME25 ] FAK % 2
It HAE S FAK IR i 7= A2 7 BRI HI/E A 53/ DME25 B FAK FHi57) LA J — &
A ER e B EH T paxillin SR A MBEERAL » I S 58 6 7 AT L, 225 [ 48 M b Rl
R BH A FAK B 2 25 G4 65 (B 8, Ze A i Sk 48 HE IR , I\ DME25 Ji= , FAK $IIF1) LA — 3%
A 528 I 4IAR T, BAR YL (R A AR AL, (H SR I A e/ 4l JROR B BE (B 8, 22D
R 2> FAK BERRAL IR FAK 4% pPAK BEER AP IRR S . Wik 8 Frm CF ), 4K 2 a1 i
6], W] L2 1 40 D Jrg 55 oA B B bt pFAK Gt DME25 FiT FAK #5155 5 2 pPAK YD,
SR, — 3 E FH IR0 40 B 56 A AT 4 pPAK 6.
[0059]  &fig

PUIMLE A IR TT S WA FUITYT, A4 A SRR 16T BT 2 55, 7 HLIEAE— 28 g 5
Arp BOLH ORI . — AL G PT IR AL & 4 il e DRAE P 0 26 5 e - A
KRR 2541 G VE R — PR B 2500 R 7 254, E.48 BRI H AR IR Va7 I A7 207 T AR
B, AR B X PR RLE P B A T s R AR R I R . B RE S T HAE T i R
[ — e G 2 (R4 VEH
[0060]  ASEZEGIESE, Ak B 2520 A 00T e 40 M 6 B DL RO I E R . X PR A
G0 MRS AE N S 40 R 0 AR sk AR R E AR A
[0061]  Fiy 5250 25 S w] W DME25 RefS & & I H il A o 1M A8 B 4t M 1)/ INEF TR o 28— 2Dt
G R IRAZHE B 7] B ARG (0 4000 ) 0 L I S 286 B R 40 TS o IR S8 BEE S AR R W Hp 25 441
B EA I DNE T RER .
[0062]  ASSZI K] 45 SAIF SE 233 F /& ) FAK $00750 70 BELIT FAK Ref% B2 42 m A ik Bl h 24
HAEYIVER S RIS SR B AR B BT FAK 35 2 PIHI0E T, A2 XS PAK P 20 B2 i R AL 1 1)
Hil/E o FAK SRR AE 40 B 55 50 RE PR AN 4H Mo 26 B (9 76 5 T 40 B s 5 . 7B S5 pAH B
VE A, 41 f R R 3B B 1 5 25 R 45 6 R il Uk — R AV 40 ML N VS AL, L — AN Sk iR 4%
S92 R B B SRR CFAKO IR0 » FAK A SO SR OSSR A S A s R R S AH IR . 1X
SUE R T 2R RN 54 R R4 T T R P i S 4 o FAK B DA R 2 I AR st 72
HH ) B O o FAK 5], 78 5 T It A LI BRI PR S8 b Bom T P (14

12
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Ho

[0063]  ZRG KA, T LAUEA KR I A 25 41 5097 R0 3 A — A B AR A a4 2 1 o o)
FAK AR ML AP E - o 2, AR U 25 -G D0 TR0 8 A e A IR 1R
FH 5 BEA% o /D 40 i 25k 5T R B AN MBI A%, 1K 02 B HAE TR BB s (FAKD 1&1%.

[0064] SIS 2 A BH 25 T Ibleg i 28 A e i R FH S X6 T i gRg 40 ) S 7S () P
YER BL R Pi3K #0I5RI BRI FH ) S 58

LR 5 7

R

NFLE S0 MR 2R, MCF-7 F1 MDA MB-231 ; A Al 41 iR 4 fiu 5% PC-3 A1 DU-145 ; \ H &
YN ZR, HGC27 F1AGS ; NG5 T 41 i 3, RKO and AT HRT18 ;343K H ECACC (RKMBh441 i
FEIR PR, S RIRZEAA B o N B IR MG—63 R A JIfies 40 Jid 52 A549 b B ATCC ( 36 1B bR 4t e
JBE) o IXRECAN MU ORAF T NS 21 BE A ZOR 10% 16 /1 L35 /) DMEM (Sigma—Aldrich, Poole
Dorset, England) $7E5erh. 40MulsgR44F 37°C, 5% CO, F1 95% V)&,

[0065] ROCK ) ] # (Y27632) Wy H Santa Cruz Biotechnologies Inc. (Santa
Cruz Biotechnologies, Inc., CA, US). JNK # #l 5 IT (SP60015), ERK I
F 1T (FR180204), JAK-3 o# F (Jak-3  #P i#) 7F) 1 {4-(47 -Hydroxyphenyl)
amino—6, 7-dimethoxyquinazoline; WHI-P131}), F1 PLC-g (U73122) W H Calbiochem
(Merck Chemicals Ltd, Nottingham, England, UK). cMet kinase ##l5] kB #
Il 2y . R (NIEIEEE ) W H Collaborative Research Products (Bedford,
Massachusetts, USA). $HT A GAPDH and anti—phopho—-Akt #T {& W H Santa—Cruz
Biotechnologies.

[o066] 5%

AR AL P

A 77 {5 SE B AT, W A R B 250 Ci 5 DA 290 I 4 A PR 4 =) AR ) AR R Tk
AR R 25 I 5E N 5 400mg, N DMSOLm1, i T BERE 5 20 5 / 4%, 12 /NI, #5368
14000rpm B0 30 738, B EIGEVE MNP SRy, S, 75 405nm )6 BEWR I, FRF2 UK
ZE R 0. 25, BEFR A DME25, 73 BE0RAFAE R ArAEAL IR 42 ), 6 H
[0067] AN i H4 HE A )

2 Fa 35 SR R AR A 4l Mo B9 5 o B 712 (11, 12) o gl b T 96 FLAR P & 3000 4~4H fify
/fLe ZHMA MR FRIE A 3d5d JT 4% (v/v) FEENEE, 0. 5% (w/v) SR, 10% &
TR 45 R FH 2y e e B TG W ' B (Bio-Tek ELx800 BAR#%, Vermont, USAD,
[0068] 4 Jifa 55 5t FL FHLF0 A% RS A DU 41 o B AT A

ECIS-Zq(Applied Biophysics Inc, NJ, US) & H] 40 M kh B #idz 3h g g 4 0
(13, 14) o KH] ECIS RbA SEARACERATHI AN MUl o 96WIE ECTS HI AW I, B & 155
T T 1) < 98 P AR U 2 40 e 5 JE R TR AR B o 40 B AR 1T FH LOMm 1) 22 % IR Vi Pk
S, AR R AR R TS 1he SR AR IR 10 20840 MRS PRSI -, 20 1
NG BERI 7R B o R4 BT A I b, ER 40 3h Ja G o 5240 i fL FH BT AE 20001A
AT . FHPURIH BB RE I % 22 20h . SRAHAE 5 5 S A& 047« RGBANERS R A ECTS
RbA SEARACEATREAT ST A B RE 7

13
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[o069] R ENIZES)#T

A MuAE 26em” Br IR R RE, BEJE R A (8 1% Triton X-100, 2 mM CaCl,, 100 ug/
ml R FELRRIE AR, | mg/ml ZfIKER, | mg/ml FPIREEAT, 10 mM JREAERH)D HOME 283 R ik
FTIFHRY Lh ZAR AL, 13, 000g B0 24 PTIE ARSI B A & 3K A Bio—Rad DC A&
(Bio—Rad laboratories, California, USA) &,
[o070] &% &% F K M) SDS-PAGE i 73 #t. 73 8 56 U [ Hybond—-C Extra fiff B2 £ 4k 2%
I8 (Amersham Biosciences UK Ltd, Bucks, UK) #5E[1, 10% 4= 4hE; 0, 5 5 & A N 3£
k. R4k AKT (threonine) FiEXHPL —pAkt PiiEk (Santa Cruz Biotechnology, Inc.,
California, USA) #:ill. *754h, GAPDH A R H ¥ #Piik (Santa Cruz Biotechnology,
Inc., California, USA) xill. —PUIERGE A —Hi—&E R EAL W BER Db BPTAE
(Sigma, Dorset, UK). % H Supersignal West Dura Extended Duration JEMML2% Kt
%4t (Perbio Science UK Ltd, Cramlington, UK) F1UVIProChem % &%t (UVItec Ltd,
Cambridge, UK) #&iHEIE.
[o071] &5t

A B R 25 A 0T N e 4 RS B 7R

{57 FH /e 28 5 ECTS 5l DME25 X A [ JJf8g 28 B4 1 40 e &, A0 46 A SL IS  JT ) e s
S G e B R A . YZXT RN 1:40 to 1:600, 000, ¥R H T 1:125, 000 Xt
A1 MRS B I AR o BB 4 LS MCF-7, MG-63 1 A539, 45 FEWLIE 9. 7EIRAE Y
FSE AR SR FH 0 AUt ] LIRS LA PR AR, &5 2R WIS 10, 437 Rb v LA A549 48 Jifa 4 1] (K]
LD BIREES TSR, S8 o FoRIERME S ik GEFD Z PRI E . Bk, B B
TE T U B DME25 X0 g 48 o b5 25k 2 TR0 A7 28 571 2 A 0 ol o
[0072] ANk BH R 2540 AP0 40 L E R

LW Y 0E e 440 RORS B %) 7 FH 2 i 1064 52 kG R Al e iR A . SR A ECTS Al
Jei L Ieg 40 B R A Yk 52 o 25 SR DME25 o P Jeq 40 Jed , JitsJest 0 &5 Jip e » X% R IR HE A B A0 ek 1)
il 12 7~ DME25 X A549 4 fuiL A% 152 . 2593 FEAE 1:125, 000 BIT] 75 2306l P 1
FH 5 55 40 JRY B S8 250
[0073] AUk BH v 24 20 A A0 N IR 41 B 19 5 52 i ik 59

HE—3BF9T T DME25 FA SR G40 B 395 (K540 . DME25 (1:1000 F1 1:25, 000) Ab¥E 72h
Ja (R NER 1), LR85 T8 (KU S [ P, DME25 S8 40 it B4 e A 6t i
[0074] 3% 1. DME25 X {4% 40 M i AR K Fh kil HH 45 2R

Zillijakit] SFREZH (490nm W YEE ) [1:1000 (490nm WYESE ) |1:25, 000 (490nm WY/ )
RKO, KiiE4 e 0.82+0.0. 31 0.94+0.0. 15 1.014+0.1
PC-3, RUFIE4IE (0. 3940. 11 0.3740. 08 0.3540. 05
MCF-7, SLIRIE 40 1.3940. 34 1.5240. 41 1.32+0. 54
HGC27, B4 0.7240. 1 0.9540. 31 0.9740. 1
A549, FiiJeE 4 0.2440.08 0.2140.07 0.2440.03
B AR 41 0.52+0.02 0.4940. 03 0.54+0.02

PI3K/AKT 41524 B v 25 20 &40 %t 20 okl B 1) 5% v
JAIE S DNE25 X 41 Bl B AE FH (5 5 1 %, £1 %0 PT3K/AKT R AKT A0 0 il 5546 FH o 5
FRIN Wortmannin (PT3K #PHI5] ) 5 5 DME25 BXHPNHIATZAm 4 e (DU-145) HKiF,

14
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550 HRZH A8 ] DME25 BB, Rl B 2 FRAIK o 156 FH 488 8 FH R SR I MR BRI il /R F o AKT 22
PT3K (%) Ui 18 i 0 il 551, FLHD 5050 5 DME25 55 HH w42 imodd 4 Bkt BP0k E A o 55 FH 1)
X 40 R BP0 55, DLEE 13, B 14 R DME25 X HilifE 41 B 2 A549 AKT (Ser 473) MR
AN o R (1:1000)DME25 A AKT B2 4k (pAKT) 7KSF. B AKT J9kI5A1 DME25
XF pAKT ®] By [RIFP ], T SARARE DME25 (1:5000) BEH .
[o075]  #5ig

AR B R 254 A AN LA BB R, iy ELRT DL 0 R 40 B RS B RE RS
B ks %, 3 BS540 29 b RIVE

SEER ) 3 AR B 246 9T I8 AR I DT A I B RS 23S AR 1 D1 4% I A8 A 1 Py 1
il

1 ME

1.1 ) SD K, MEAERF-, (AE 4 180-200g, M) T-Jb p 4E 8 R 4 SL I BN ARH
FRANE] . YFATIFSR 'S SCXK (3D 2006—-0009,
[0076] 1.2 Z§M 5 FERAF] AR GYIITE GRRSEG] 1 1775 A K ELLE

IR E PR A7) s AR A I AR (IFA) MR 11 BUIRJE (collagen 11,3806) ¥4
sigma =&t 5~ A T A T 20 AR 0 SR e BT
[0077] ¥k

2.1 B2 KR (Freund, s Complete adjuvant CFA) ¥4 AEA 584 31 AR5
(IFA) IR, A2 B0 7. 5mg/ml, Je B AT BeFLAL o
[0078] 2.2 KRR RBEAIF Gl a8 4 TT BRI T 0. IMIOK B EE 7, 4 CId AL
NG CFARIREE XS], IR 11 BSR4 2mg/ml (FL5), 4 EIRFLAILL 150w 1/ HZ2 2 K
AR R T 22 i AR ZH R 4545 245 21 H 35 R B (i R BRUAH S T4 150 1 g 1 1T AU
JEO, T2 10 RAR UK B #0733 R AP LR 150 1w 1 Do 3 o 15 0 FEZH AT AT Ab 2
[0079] 2.3 SEEBNWIN A 5452 :SD RERBAL A 5 . BIIE R AR, 25 % AR
BB BRRTT RS, 25 ST PR BRI s AR R BH 25900 K T« /INFRI R 2, ol A Ok [ R4 i
B4 TR, R85 A4 1.56.0.78.0. 39 g « kg—1 ;% A4 254 F) 00 1ml/100g 14
H, L4 24 40 K.
[0080] 2.4 AU BN IS IO 28 K B OCT RIGEIRE A <25 25 25 R Jm R RUR FH OGTT
POMEHAT VP B SRR AER OC 0 70 8 143 & AL MK T2 0 43, A 14052
SO 04, 1) HN 20— AR RAECE 0 73,8 14054 G I ik O 0 47,
B, PE 20, A 3. A KB 5r T REEE.
[0081] 2.5 AU BHZGH)AT I IG5 S 0 D01 28 R BRI A2 Bk S AR IR i) P A B 25 AR 0 1
I BB HUOR BRI A J5 A2 A B AR, R 5% 64K B A BRI AR AL
[0082] 2.6 FRERACAL AbIVK R, BUA MR OCTT, 46 /R AR 2, A A3 ) 1, HE Gyt
Jii
[0083] 2.7 &l 4R U\; +s IR, RH SPSS 11, 5 B AFIEAT ANOVA 73 A7 Ak 3

Fl Dunnett 4.
[0084] 4iHL
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3.1 AR RO 98 R BT REGEU 2 m &5 R BoR, IR % 54 14
RIFGG 1T BY e SR ABE R K B, B % 25 2 20 K S 2t IR B 20 I R OG5 20 o, i A Bk G 7 H IR
ZIM G & I BIHT R R, 3F Hila™ &, AL R IR B &5 . 5 IER X A4 LhE,
BRI 20 ST REGEI BT 81 (PO 01D s SR L2, A B 250 R I 58 B AIR O 1 R FR 4L
WP R Gt 2 L (PLO. 05, P<O. 01D, WL 1.

[0085] 3.2 A BHZGWNT IR S S DT 98 K R BE BRI 1 X A L
i, BN 20 R RS AR B T B (P<O. 01) s SR 2] LA, AR B 2454 e B 8 PR A2 Sk 29
o EFE A Gt (PO, 05, PO, 01D, WL 2,

13/16 1T

CIHZPA IR RS SRR ST R (T +s)
[0086] 3K 2 A BHZ5WINT I IR S 1K K e

2H 5 N ES S JE B 7R

panicEs] 9 0+0 1.7140.08
FEAIH 11]5. 8240. 84% 2.6340.51%
{ExIEA 10[4.99+1. 21 2.3340. 41
h a2 11]4. 14+ 1. 57 2.11+0. 427
mEsEa 114 02+0.737 2.06+0. 28"

TG RTERALELEL, Y 0. 05,7740, 01 s SEEIZE LA, P P<0. 05,7 P<0. 01,
[0087] 3.3 JHIEARAL .

IEEHATRCE T -2 EI IR, S HDEH, XN LB .
[0088] I J A TR 21 S5 45 4 2L 40 B LA ZHL T L 8 Ml RS0, D55 R T AL 2 40
A R R 0 L SR AN M, L IR A R L IR 2, i AR T AR, A R A Bl
BHZE, ¥ B4l i 47 4 2 KB IR IR AT 4E TR

[0089]  ASS W ZGH K« Al R I i 5071 R IR AL 2R B0 A1 e e R S5 VR o
[o090]  £Eip

AR 1T B IR S R RO RA RGBT vaE o
[0091] {18

KRR KT (rheumatoid arthritis, RA)&—FLh 8 S [5G4 E I 2 RARAE
YEE SRR . RA IR 32 BRRAE A2 OV JORE SO T8 S 8 9 2, kT S 808 vk v s s A, 0k
— 0 S R I, SRR AN D B e A O R . 1T R RS Sk
FT K (collagen induced arthritis,CIA) s H Al 2 A THF5T RA &AL
FFF R IBTT RA Fr 25 (3RS, AR A by 11 BRI (Collagen 11, CID) 5%, CIT &
PO BBy, AR ST RO B B PR I RS RIS 589 A L5 R 7R
HRT A T BRI . BT CTA AL A MLl BE s A28 RA, PRI 2 U AP SR 5 28 K
PEOCHT R I 1 AR
[0092]  FRATF S 56 0 2% ) K B ASE 20 A0 LR B 20 AN O 20, J A stk o0y HR BRI 5 &=
AERIHT AR, AL R I B ST L BRI A U LA 2R T I
S PE AN LRI, D& B T LR R 2 2RO A IR L A £, M NIRRT AR iR
YT AR B 2546 B B OGE — BORE R AR
[0093] 7Y 20 G R FRECRUE Bk SRR B 2 T iy, AUk B 250 e 2 PARAIC DG T R P 50RT 2
I YR, A I 1G22, I A P AR T 1 AR () 95 BRSO, TESEA R B 250 TT 2 i IR
FRHK RO RARGIBEIE
[0094]  SEES ] 4 A BH 2506 T B B 9 A 190 JSS 00 7288 PR A FET B Rt M B 4 1) B 7 1T 5
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A A E

1 MK

1.1 3 KK/Upj-Ay /P, 30 ~ 40 g ;C57BL/6 /N, 25 ~ 30 g, ¥4 SPF 2%, HETE,
12 JEwS, T T A e B R AR B A TR A ]

[o095] 1.2 ZyM 5 EEGH AR WIREE GZIRSER] | 07k, A K LG
B PR A TD 5 WA KA (VEGF) —3i (Santa Cruz 7)),
[0096] 2 5k

2.1 a2y 40 KKK/ Up j-Ay A B2 IR (FBG) 73 AR ZH A Uk Bl
iy AR 2, T % CHTBL/6 /N R AL, 4 10 Rzhd. RIER 425, Ak W
2y AR5 45 T 1. 56,0, 78.0. 39 g « kg ' AR BIZ54), % HAZH AR AU 20 25
TR ZE IR B H IR S 3 AN H .

[0097] 2.2 JE&YAZA

2.2.1 ZyEERE, BUNRIRER, & T P 2, HE Jeta ;

2.2.2 /NEIRER, BUIRER, [E5E T 10% R 48 h, 23 BRI, 2Rk, JBON 3%
otz B ALV 37 C IR AL % 29 3h, AR — JR 3% B AU R I LS Y, 1HEAT HE-PAS
gefi,

[0098]  2.2.3 /PNEUHRER, B T8 B E, B8 8mmMEi i .

[0099] 2.3 Western blot yEknll VEGF R HIFRL  BULMIRAIZY, RIPA RfETREX
A, B B S EEAT 12% ) SDS — PAGE b FLVK, 4°CH s A A% #% 42 PVDF i L, 5% it iR
Wikt 1h, JE AN —P1 (1:200 FHRE VEGE, 1:1000 FR ¥ GAPDH N2, 4 CiE & L1k,
TBST JE, A BRI A bR i) —pT (R AL 1:1000) , ECL W53 Ot 0, BER
HAR ZR G B4 K B AR 23 M7, LA B B A K BB S GAPDH ) R FEAE FUAE T T8 vk 3 7 o
[0100] 2.4  ZRil2450 T %%u; +s KR, K SPSS 11. 5 B AFHEAT ANOVA 3 Hr kb3

F1 Dunnett f55% o
[o101] 3453

3.1 HE Hefh Sf R AL A 25 2 40 i 2 IR 4 BH , 40 i 25 1) %5 s S A A M T (L 2 I
B JZ B AR, A M HES 2R L, AR B2 Re s EIR AR
[0102] 3.2 HE-PAS Je(fy « 15 /) BRAW P9 IS8 40 0 785 23 A RN, 7 r) 68 L, 5 1R 4l 35 50 —
B AT AU ZH AL I L 0 I A Y R ) 3R L S A I AR AN BRI, 22 AR R Al T R A, B4 B A
MY 5K B R0 s AR B 2568 B B o R84k, DL A s o B
[0103] 3.3 HLBESE A <0 HEZH /I SRR WIS, D' 262 2 Al D P 90715 A8 SR Ak, B R AR I V5 AT
YN M HE 5 RES , G HOAZ R A M 2% 1E 5 B A, HH IR S AR 1, AT R 25 R R, HE
ST, PPRRAZ R o A E 40 M Py Bk AR I, Dt Jksz 44 40 M I Al 22, 1% (81 4, S5 mT W,
ML o AR B9 A T RS BREAE R A 40N, HEF) AT BERS T, 9 AMZ 2 4l Mo 26 ki
AW AT Bk, v 2 4 A o B
[0104] 3.4 PR VEGF ik : Western blot 455 57~ VEGF 8 (3 IA7EN R 20 IE 5 M
W it e IR I, A 4 VEGE i 3R IA B 2y T R (P<0. 01D, AUk B 2549+ 1l J VEGF
ARG EFMTEAA, B mi &4l a8 g0t 2 5 (7<0. 05, 2<0. 01, WL 3.

17
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21 5] VEGF
bl 0.25+0.03
ALY 0.784+0. 157

AR AR FIAE  0.57+0. 11
AR R4 {04440, 077
ARWAZY A 0.3140. 057

VSRR LA, Y PO, 05,7P<0. 01 5 SIIRIZE LA, Y P<0. 05, <0. 01,
[0106] 4 4518

AR R B 20 %o DR O R B A /N SR — s (B YA 1 FH . VEGE 28 (3R 1A 35 BRAIC, 7T
e Eilik=gasis
[0107] 5iTiE

A HR TT BOHE PR B PRI BE R 90% LA L, —RGmFoT & 403 A 1T 98 R 9% (DMDB)
PIREAY At A 2 F I KK /N BCR B R ME DMASAY, S gl 32 AT DM S RbAF 9T . A
Pk 8-12 WS KK /5 BUFE 3 A S50 W HH B0 7 B 58 1 A 40 10 R 2290 28, ASHIF 0l ik
TS W2 3 T AR 25 5, R SRR SR o ip B 1 8 T 8-12 RS KK /NRZE 3 4~ A
A'E hy PR3 A A S5 A2 CDROASEZY o FRATT A 6B R i B 45 SR AR B 7R T B 2 /) AV D9 e £ 3%
R 20 AR, A0 B HES ZREL s AN i X HE A B EL A AR AN R 5 IS v AR M, A
YA S KRR, HE 5 250U, P AR T S5 BRI, B B TR0 A X R AR A R T i
[0108]  Je/5% FH L% 45 B[R I S5 7 AN BH 2400 B O3 PR IPY s B 45347, AT A% HAESE T
AR R BH 25T SiE SR JAR 98 R BRI P95 A2 1) HE I, 6 DR Bl A 1 o
[0109]  7EIE W HR AL 23 rp, 400 00 I 2 25 b 52 40 A 490 oo 6 1T 7 0 400 i P Rz 40 O FH Ml Ter
AN ISR = AR AR AT (1) VEGE, FH L4 5 i 5 R s P R 9 5 L8 R (HAE mblE 4 1F
VEGE BRI, 80— Z A 1 SN, A HE R 19X 515538 U SR04 5 Py 5z 4 B i 7 RS
PEBEHT A M T S . A2 Ie RS2 T A ZH DR /N LI I VEGE TR AR IE & THe . 4
F AN B A R B 2503697 3 A H G VEGE 313475 AN 5] F2 BE IR B A, I S22 5% B 2547
AL BRI VEGE 21K , FH A 8 A5 Rl N T2 B A 580 DR 95 ) B 190 B P 6
[0110]  SEEGH] 5 AR BH 29 nt T sh Bk BE B (982 e 7 F R ol 20 ik B e i 5 A=l 400 1 4
H

1 ME

L1 ¥ KREA%, TR M 2.072.4 ke, WL TIL s BHF3 75 L, V]
WEgm 5 :SCXK (1) 2007-0003,
o111] 1.2 Z5M 5 FREER ARG YIETE G RSEG] 1 1775 A K E g
A IR 2 w)) 74l 0 W B 36 Sigma 2] s RIRELLIN H 2L E Sigma 227,
[o112] 5V

2.1 BFFUTE 30 HUEE R H A 5, N EREE S0 18 =3 ik + R EE kL (19 R
Wl P, AF HMRFRDEL 120-140g/d) MRIE 8 5, BEALASE SR AL (As) BEHLfs
B, BN A AR HAMIGITTH (BREG T 0.39 g« kg1 AR AW, AR HZ5%)
A ), A ARTHIR A I READ, ghak m IR e x Al (B ). 4l 10 H AR
+o PR L FIA i B 24 ) 2 S A i R 5 i IR O BT R, 43 BRI, FBhOK, 12 FlJa4h
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T Hp [ BT e g 5 A 2 R UEAT 29 Az 0. 15meg/ke BE R T VRS, 30min J5 B Sk ke 5 4
J1%0. 02mg/kg, ALAEBNPIRT 24 h48 h PR, CAMEAERE S & A S g ek, ik Ja
R
[0113] 2.1 M P S B4R A (TVUS) N e < 73 il 259 ik Jia AT IR 3= 3 Tk ifn 787 Py ke
PR AT o 3% I O LU 22 B BRI i, S8 A AR [ o T e & b, BAREREWTT < A
AF 28 JVEF 28 J 2 B sh ik, 7B 0. 014 T~ S5 140 22 e i ok s wiBh T, ¥ N 5F 8%, [l 2 , SR
ks T & 100u/kg PLEE, WY T 514N 22 75 (R R IR S 151 3T, 3 NS P Rk
S, AR AR 2 i A v, AR G0 PR Sk F 4 (0. Bmm/'s), B c B BRI v 3 v ]
1%, BN M AR o I = 20 S BT H i 3 ) AR 3R, () B 5

(1) Mm% shs8 s E FL (external elastic membrance area, EEMA) 35 I 415 g s
FIT A P T R, 0 4 L A5 i AR B R 2 i
[0114]  (2) FIEHA (lumen area, LA FRILE NI AT -SRI AL,
[0115]  (3) BEERMAA (plaque area, PA) I MRS TEFR 5 IR 2 2.
[o116]  (4) BRI A H 7% (lumen area stenosis, LAS%) : BRI AR 5 M 4
BT AR 2 t .
[0117] 2.2 ReBRG e R AHTAL 0 GLE WS B He iy I ot IR JE AR X & & .
[o118] 2.3 il 4R U\; +s IR, RH SPSS 11, 5 BAFIEAT ANOVA 73 #fr Ak 3

Fl Dunnett Fr 4.
[o119] 453
3.1 M WS BB (TVUS)
SRR LA, AS Sk BH 254040 5256 EEMAL PAL LAS% T FRHH & (P<0.01), (8 4). WifE
() = BN YIE BB SR K 2R AR B 22 0% X R 0% sABEAY4T < 33%,
[0120] 3 4 ¥f77 12 J8 5 SEs A E3h ik TVUS S b i

fats AEHAYA (0=9) A =9) |HHA (0=9)
LAGm)  [6.59+1.28 7.27+1.74 |7.93+2.26
EEMA (mm®) 9. 44+ 1. 88 12.82+2.34 [15.2342. 39
PA(mm®)  2.554 L. 04 5.1942.24 [5.9942.17
LAS (%) 25. 76 2. 113 39.15+2.94 |42.83+3.62

VE AR LR . X0, 01

3.2 JREARAL, .

R AR e €0 R B 2 S 20 O GL U BH M 0 G B 2 iRy T R, S R 2 L g, Ak B
2D B 23 b 2 PR
[0121] &t

ARSI N F BREE AR A IR = B K + s R B AR R ST T K S s K A R A B Y,
TVUS #2538 W A & B 2580 3A 7 40T 52 PR EEMA PAL LAS%, Jf FRAR BEHR (B 242, AT ¢
YRR € Zy B YL /E FH , SEAOM 8 mT BH S /D B B phy 1 A 00, 031 I A i
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PFAK-»
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