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1. FEAA S0 240 i o 7¥) ERK1/2 B MEKL /2 B BR AL IR 77 V5, LA 48 - 4t i 4 i 34
P Uik RERr S 4G 5 SEQ 1D NO: 1 I (L 18 7 1) 1 S & SRk A B P ade 1) e e Jit
FABUEAT SEQ 1D NO: 1 AR 13-27 Frik R @R 751 s, prid i e fesRik SEQ 1D
NO: 20 FIrid (K& L 1R 7 51 1 22 Bk, HLPTd BUAA (1750 S e S EBGR N SEQ D NO <20 (45

I
= o

2. BUMESR 1 Pk K775, He Prid ik e s A Ve 45 5% SEQ 1D NO: | (LR
13-27 Prid M2 IR PP 31 (1 2 Bk o

3. M EKIZ Ik, Fol SEQ 1D NO: 1 LR 1-27 Prid i 21 Fr F 2 Ao

4. 73 B 2 IR, HONSL B 25 BI80A 2 ik B IBORIZER 3 Finid (K 2 Bk

5. MM L ZH IR, AU ZR 3-4 (£ rid 2 k.

6. HLid I T Bl 2 2 Wi R 1 A g, B a2 Wik i) A1 X 20 ME SR BH PR AT SR BA PR 1Y
FEE, Ik KUK e s R b 45 5 SEQ 1D NO: 1 ik i 12 Fr 91 ) S i JL Ik Py B, ik ) 47
B SR BUS AT SEQ 1D NO: 1 IR IR 13-27 FInd M@K 751 o
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WEHEZRIERTTZE

[0001]  AHEiE A& HiE 54 200580007467, 8 (PCT/US2005/007857) , Hii H Ay 2005 4 3 H
10 H ) A B B R RIS “RESCR 32 AR AT 7987 143 R i o

[0002] 4k HA i A4

[0003]  ACHREER A 2004 4F 3 H 10 HERAS K3 F G P H13 R 515 60/552, 067 F1 2005
1 H 13 HIRZZH 60/643, 469 [F %5, HAFREEX BE51ES%,

[0004]  FEFEBY

[0005] A SCHTiR B & BH 2 A0 {g BE A A KR 45 # (Department of Health and Human
Services) W HI'S CA84328 ISZHF T 58 il 38 EIBUR A A K BH ) 3 Ee AR

[oo06] R EHE R

[0007] A ZEAE OR S AL T] BE B LR R 5 A R SR T B S A FR . B
TR0 AT B2 T AL S Y B S LR — 2 OO MER . O MRy SRS . CREM) | 58
IR ME —BE RO . SO MERE . O G MY . 2 UMY T R R L OUBE SR R 6,
O— A M MR D AR HEER B L ME R L MERR L £ U R SEHERE \mexestrol M =B
IR IA RN TR o eSS R R T AR SR AL SR 5 O LA B BN 2L 2 P 1 22 P A B
MEBCER AL DR B2 . R R e B s B HE, Z AL A, G, FARTT
B RAAE S Je IR = M PP RE VRO S iE . BUMEBLER 2 A TR T R A ML e Rl G
AT D R

[0008]  MEMLERIAE A HIMEBLZ 24K T o 7E 1986 4F 3w f% T i MR R 321k (ER) (Green
& Nature, 320 :134 (1986) F1 Greene %%, Science, 231 :1150(1986)) . £E 1995 4 Z Hil,
WA — N 97 53 R AR B B i) B8l 2 AT I3 2R 24 ) B Ay AR 2 R0 24 B A P eI 3%
AR, SR, 76 1995 4F, TafE T 5 —MMEEER 24K Kuiper 25, PNAS, 93 15925 (1996)) . &
R A HERCR SZARIAERRAEMEB 2 24K — o« (BR-«a ), T 58 —/MERCER STARFRAE M = 2
& -B (ER-B).

[0009] ER-a FlER-B FHHILFEMLEMIE R (Zhang 25, FEBS Letters,546 :17(2003) Al
Kong %%, Biochem. Soc. Trans. , 31 :56 (2003)) . —F#SH 3 NPT R(E & 88HH TLAE H (K13
Bo IR ZH R N- R A/B Z5#8,. C B DNA- 45 & 45 MY ISR D/E/F B4 — 45 & 45 718,
(B 1) o ER-a [ N- Kb M gmbd shor T AR BeE Thee (AF-1) , Bl 5 5EuE
H LA P AN S R 56 SE3EAL R X 3. DNA- 45 B 45 M IER C S5 & A 2 NMerfa s, 1
FESZAR — R 5552 1) DNA P94 Gt 2 EH . C- Rim D/E/F 5182 — P
M — GE ORI, HRE N SRS & 248 TR AL AZE AT AR AR — R 1) s =R Th R
(AF-2) o AF—1 Il AF—2 o5 s ] B AH % Dk DA s e PR (9 1 DNA 3 3l 45 e PR R 77 X
Ak Berry 25, EMBO J.,9 :2811(1990) I Tzukerman %, Mol. Endocrin. ,8 :21(1994)) .
[o010] &K, H/> ER-a R KR =MIRIET 173 M ALK 46-kDa ER-a [
FAY (A/B B AF-1 G543 , 5 ki A 2 | 19 ER- a BEP AT A2 BT 4% (Flouriot £%, EMBO
J.»19 :4688(2000)) . % 7] AF BT FAF 2277 42 mRNA, HAE A F T 8RB U5 1Y Kozak 551 P H
A 5 R IR ] EEHE B4 30 77 A R Y AUG. R, ER— a fZ:35T )RR U AR AE ER- a 46, 1 JR
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AR Fh ERYFRAE ER— a 66 (Flouriot 2%, EMBOJ. , 19 :4688(2000)) . ER-a 46 &k [A] — 544k, I
SRR RN uE (ERE) , H'E A PLE ER-a 66 TR R — 5K 1& (Flouriot 5F,EMBO J.,
19 :4688 (2000)) . 5 ER—a 66 [A] ~FAMAHLL, ER-a 46 [{] R ARFRIN H 5 & (5% BRE 155
MA7. 1 H., ER-a 46/66 5 Rk ER-a 66 [F ~RAKILSGIE &, H ER-a 46 To 4 Hife 1k
H, DA R 456 T FCAR T —ER- a 66 [1) AF-1 &5 F38 N3 10 SRB0E , (H2 AN AF-2- 4K
TR S RBTE (Floutiot 28, EMBO J. , 19 :4688(2000)) o (R, AN ER- a 46 f& RARF= 4
[¥) ER—a [RIFHAYL, FLOf 35 B ER- a 66 [ AF-1 g5 Mg N S MR R 5 515 5
[0011]  ER-a REfE K% 15-30% A% (luminal) | J2 40 M 3808, (R MR AR AL IR A
FL5 PR e 40 iR B 3Rk . XUFRIE S SROGEARIE 7, 7 1R BRI 145 304 3,
i, ER-a - R Re 5 AEEAR IO bR iC FI4E B 55 HF (Clarke 5%, Cancer Res.,57 :
4987 (1997)) » 1L FE WA & FHH, ER-a FRES N, B2 FEE 52 5038 in i 38 in =
%, IR FR S A% 20 0 AN SIL Y 8 188 A R A 38 v K80 4H M 57 ER- a (Khan
&= Cancer Res.,54 :993(1994) F1 Lawson Z¢, Lancet, 351 :1787(1994) ) . BfiZ5 ER—a FKik
PRI TN, 32 A4 T8 TN M 35 5 2 [1) ) SR 50 A2 4315 755 (Shoker %%, Amer. Jour. Path. ,
155 :1811(1999)) « K% 70 % K2 N P FLIRAE R IL ER- o, HIX SR b R 7 &
ER—a — PHME I TEH I (Clarke 2%, Cancer Res. ,57 :4987 (1997)) .

[0012]  MfEILER 32 A4 22 RR = il VT 22 A2 PR O P I O AR — 5 A0 (00 2 s DR 4% 2 A b 2 R 1)
K. A s I T L R Sk ok KA (Katzenellenbogen A1 Katzenellenbogen,
Breast Cancer Res.,2 :335(2000) ;Hull %%, J. Biol. Chem. , 276 :36869 (2001) ;McDonnell
M Norris, Science, 296 :1642(2002)) . MEWE S A 22 FHLER, DUBGE BN & RS0
SR 5 o XN IR « (a) FEMERUR B TOIAL, Foik - S5 R 524465 DNA [ ELEEAH
HAEH, B 25 ) (coregulator) B U E SR ZE4E, (b) Foik - S 4E A ER
5 e R A EAE H, B Hee e 3 [R5 i AP-1 (Kushner %, J. Steroid Biochem.
Mol.Biol.,74 :311(2000)) . Spl (Safe, Vitam. Horm. ,62 :231(2001)) E% NF-x B (McKay
Ml Cidlowski, Endocr. Rev. ,20 :435(1999)) , BX (c) it b 2 — e / 3 38 ) 5% L 414y,
7] 2 1 A AL A # % (Harnish 28, Endocrinology, 141 :3403 (2000) A1 Speir %, Circ.
Res. , 87 :1006 (2000) ) o F3 41, HEWL 2R 52 A4 10 i 3 L6 AN [R] ) AL 8 5 55 S 1K) e 77, AL P
S M 2 Y ARr S PRI, ] R A2 T AR R PR 40 2 Y mh RT AT B 0 B S A T TR R 1 22
5 (Cerillo Z%, J.Steroid Biochem.Mol.Biol.,67 :79(1998) ;Evans %%, Circ. Res. ,89 :
823(2001) ;Maret %, Endocrinology, 140 :2876 (1999)) . [RI4E£, 5 % 1A 5 #& ¥t T e AK 11
PR, Herp 25 Bl R SR IR G s 118 e 36 P ) 30 2 2 AR 815 771, Je i 3 8 AN [RTATL 28 o ) g —
Fofr, ST 384 2% 32 A4 8 5h 70 B B B9 4E BT (Shang AT Brown, Science, 295 :2465 (2002)
Katzenellenbogen fll Katzenellenbogen, Science, 295 :2380 (2002) :Margeat Z&, J. Mol.
Biol., 326 :77(2003) ;Dang %, J.Biol. Chem. , 278 :962(2003)) .

[0013]  fF7E Hﬂﬁﬁ?ﬁ%ﬁﬁﬁﬁ%*ﬁ‘%%%ﬁﬁ%, WARAE “HEL B 7, “ AR BRI 2 1) 7 B
“H%TE%'% T 7w, RS RaEn AERR PR EE - B 3NE 5% FE78 (Segars

2%, Trends Endocrin. Met. , 13 :349(2002)) . &KW, JIAHLHN FE 5/& SR AR SR
Jéﬁﬁﬁﬁ'ﬁ@f{% Ja BRI R E IR IE /S (Aronica 55, PNAS, 91 :8517 (1994) ) ik
Hel C 45 (Le Mellay %%, J. Cell. Biochem. ,75 :138(1999)) . G- 54 — BRI SZ4K — &
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{3842 (Razandi %8, Mol. Endocrin. , 13 :307 (1999)) FUE 7% F 154k & (s (MAPK)
#4% (Watters %, Endocrinology, 138 :4030 (1997)) o {H &, 24 AIERGA I T A ETE S,
#55 ER-a %, {H5 ER-B % (Segars 2, Trends Endocrin. Met. , 13 :349(2002)) .
[0014] I [, MEB R G 5% S O 2 5 IR M5 P BRI & RS A CEE (Summer
1 Fuqua, Semin. Cancer Biol., 11 :339(2001) ;Turner %%, Endocr. Rev. , 15 :275(1994)
Farhat &, FASEB J., 10 :615(1996) ;Beato Z%&, Cell,83 :851 (1995) ;Dobrzycka %, Endo.
Rel. Cancer, 10 :517(2003)) » Z55, T4 K IMER R 5244 2 K 2 HUX R R E 4 AR
JRFT A TR WEBIER SR — FH P LR 10 2 B P 20 WA T V2 32 T X SR 2 K L B R
AR IICOT B ME B 2 RS A2 AR TS e . AR SIS M H D, S MRS R
S E S REH, CAIE#HESE T ICm AL AT TG 35N . 554k, I B 0F 98 AE S, i 52
B 25 ] LURE SR — HOBUPE ) FL IR IO A 2 TR0 751 o A P AR 3 5 25 A S 7 V2 1) 3 2 1]
EERCEFEEM, X2 BT 5 AR 1 & RS, Al 5 5 55 3R MR R Bt . iIX 5
22 FE TN B A e R MR MEISUER 32 AR T R (SERM) A TSR, P A R AE 5 IR
RN E A 2T SR A R R B E B T

[oo15]  [AIUL, 75 22 n] DAA T-0iiiz fe i 19 MEB 3R (5 5 % S 0 e Jrik st bl BL & ] BAA
TR ER G S RITTENM L,

[oo16] K EHA%IA

[0017]  AKEHIRAE T 7 B Ak, HoaREr e b 45 & SEQ ID NO 1 Frik (2 2 iy 71,
BlCH % IR 1 B, fiith, SEQ ID NO : 1 FZU IR 13-27 Frid R LG 771 . ik m] L2
Bon FEPUABE s R . Tk, Pui 2 AT . BufkmT DAL B b E A4,
W, A7 BRI AR T a2 Sebrid . AT DIE/E T A+, HA S DA 5255 E
Al AR . IR T N, A AR R b

[0018] A BAHARAL T il A& HUAR B 77V FUAR AT DR 2 v B B SRR 1Y o 1% 5 VA B,
S EA SEQ 1D NO =1 Brik B ER 17 21 1 2 Ik, B G J5UME Fy B, DLif s, SEQ
ID NO : 1 FIEIERR 13-27 Ik IR LB E 7 o %7 V4% MBI 4 B8 Fiddk, Horhiz 0 B
PR B e M A5 S H L T o 2 IREIL G 3 i A mT DAt S SR 2 IR . 40
A LLELEE , MBS B Az b B 4 B, A0S FH 240 fi ] & Be = AR PR Tl B BT 1 258 R
AR AR TTEA T 1 2 v B BUR RS 1% 7 VR AR I B S R AR

[0019] A EAHH IS F A & MR Gm A X B 40 i, I A iz dm i X 4whd 637 SEQ 1D NO :20 %
o A X AT LIRS A 5 SEQ 1D NO :20 BA £ /b 90 % [F— MR IER P 5 £ ik, H
%2 IREA ER-a 36 W5 1. gmhd X A DAR] #E BRI A B 5 3+ 400 m] DAg 5z
YNMLER R AL AN . AR BHIR IR T SRR IR AL 2 IR 40 e

[0020]  AKHILHRAL RS 2 IR T, Z77E A, 4585 SEQ ID NO -
1 B 4 1R 17 21 1 22 JIRORH A1) A U7 R0 22 JIK 22 100 ) 526 DT B8 6 ) 22 JOR 3 P 1) 24
A, A A W EERNAR S 2 RS, A w4 AR AR S 2 Ik 4
A, B, AT SIS Z IR RIS & o AT, Z AR AaRS, e ikl e S A e s
SEQ ID NO :18 B ik,

[0021] AR BHISHRAL TSI 2 BRI Tk . — 5, Z T E AR A A, A an R B
ER-a 36 ¥&EA 36kDa 73T B M2 K, Iirid 7+ E a4 I AE T e BRI (SDS) - ZK A
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P g B P I v A 1), R S A R R IR 2 K. Al ] DU AR (ex vivo) BifA
P 4R AT DA, 451, s 400 i, 497 L B e SR 4 M o o A Pl DA, A5 200 i 2 A B
Ve 255 SEQ 1D NO :1 Brik ()2 B8 7 31, BUH: S0 S v BRI Ak o A el DAL, 473
mRNA 2% H R, IR N 2 268 3 A4, 0 A M3 201 2 1% 5 B 51 %t
J5 3 Be I mRNA 2 A% H B, HAFE SEQ 1D NO :22 BY SEQ ID NO :25, By H4H 4, Horp g 1 1)
L BRNAERNZARKRIELZIE. 19— AN51mT LLUEE SEQ 1D NO :22 %
2,5 SEQ 1D NO :25 R HIR IANZH IR, LA S

[0022] %% B R4 T H00k 40 B 1) ER— a 36 Y& MR T, TV, [ iL B SEQ
ID NO :1 FTid (2 SE R 7 51 1) 22 Bk 0 40 A B A B 761 ER- a 36 - PERIAL AW . IXAEItL &
Y] D2 Reds et 25 A B SEQ 1D NO 1 YRR 13-27 FriR & 2418 17 F1 0 2 R4t
Mo AN AT DL 1B AR T, HATIEH AT LS ER-a 66 BAPERY, ER—a 46 B, B 4L
e EHLTH, LA R ZEZ.

[0023]  AKRIHILIREE T B2 0K, AL SEQ 1D NO :1 FIEERR 13-27 Fridk i = 2L 1R
JEH), Akt SEQ 1D NO :1 Frid LR T 71, ARk th, SEQ ID NO :20 Brik & 45 7
o S —ANHTHE, S ERZ IS SEQ ID N0 :20 HA &/ 70% F—M, iz ik Afh
ER-a 36 3% 1. A& I AHE SEQ 1D NO :1 4% 5k A B o

[0024] %X EEARAE HILAE U B AR SR A i), AGE A &7 AR AR A B BR il 2
Yo BAERARE, ol mHHE A “—4 (@) 7.“—4 (an) ”.“i% (the) " F1“FE/b—A", H
fi—1rEET—1.

[o025]  Bff &I f&TIA

[0026] & 1 fifE T ANMEBER 24K —a (ER-a) IR R EHIRSGHAR. Bn T S0
(FH A-F FRI0H ) VEIETR 740 5 JAF-1 FI AF-2 . DNA 45 & 45 M3 i dd — 454 45 i i —
R IE . WAER T BRI SRR S H I Th RE

[0027] [ 2 ZUESE ER—a FRJERNIJE R (5 5 4% Fade 4 2 [R) 16 A B ) R 7S 2 1B Cav—1
RFNEEA -1, ER-a , R AR - a RTK, SZARFE 2RI Ras, Ras #E AR sMek,
MAP/ERK 8 sMAPK, {2 724 5 v A4 B (V0N SPI3K, B PR LB — — W BN SAKT, & B
13 sPDK1, B R LR — 456 12k 1 2 1 38 sRSK, p90 Az MEAA S6 Bk .

[0028]  [&] 3 & B RTEAME —FE (E2) /Z7EF, pRET— JE 42 (1) MCF10A 4 i 7 51 B T o AR Kk
KEERIR . STL FLFEAE S A B2 MEEUE P RILH PUE £ K. 45645 MCF7 1 MCF10A
Y1 B AR S BH 1A AR 9 P TR

[0029]  [&] 4 f& BN pRET- B 4L ) MCF10A 4 g /N & 82 —1 (Cav—1) FRIAK R AR &
HERE . AR A et —Cav—1 Hudk (N20) B8 A ERTE, 2-# ok E A [ 40 & 1% & 144
MRE) . HEiARTE7R Cav—1 BIAL &, HAERANUKIE LT R AR TKIE 24 40 i i
gy

[0030] &5 j& &7 pRET— & YL ) MCF10A 40 1) FR-a RIAM N E AL, @it
i FET X ER-a (H222) FTER-B BIFUAARR & H BV, 43 sk B A R4 R 05 S 14410
I . FEbRAE S ER-a ATER-B M4 &, HAERANKE L 8 78 AR SN OB 41 i
4 Hu 2 -

[0031] & 6 42 {7~ pRET— B YL f¥) MCF10A 4 il 7 ) BRK1/2 B FR AL 754k i 85 (BN dE . 8

6
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AT A £ X ERKL/2 AR AL R ERK /2 SR 1) & I ERE, 204k B 41 R 155 & 144
MU ER B4 o

[0032] K7 &5 8 3 B ER-a EHALE Cav—1 BEEA E (haploinsufficient) 4l ST1
AT ST3 FMCFT FL M 40 B (A7 AE B d A EZE ol a4 A 4% ER— a1 H222 g i 85
EIZE, Aok A 3R 1) 2 B R A4 MU PR U . FH &A% 4 78 ER— a 66, ER—a 46 Il ER—a 36
(47 &, BAEREANUKIE b 8 s AE RN UK TE HP 43 B 9 40 B b2 B -

[0033] K841 A ER-a EEKFERFAHLN . HFIEREZD BT E. H AUG
AT UGA FenFl PR &b B . S 5 HHE B R/ 2+ MAEFRIEF 1 BRE
GF 1. TERIERT ER-a FFE mRNA 450, F AAA $57R IR E IR ALAT 55 o

[0034] &9 & BB AL L A, & B 13T PCR 4355 Re i ER— a 36 B A] AERY cDNA.
FFibrde 7~ cDNA ZE B A7 & .

[0035]  [&] 10 \&7R T ER—a 36 Al iEAE R TION = L 1RP 51 . & LR T 5] (SEQ 1D NO -
20) M GRS, Fan LR AL B . ER-a 36 JUE G0 27 ML A T~ RIZ (SEQ 1D
NO:1).

[0036] & 11 &7~ T ER-a 66, ER—a 46 il ER-a 36 FI& A ENIZE 4 #r. FriC A ER-a 66,
ER-a 46 Fl ER—a 36 [1kIBE AR E H Be gmbd BT ids i) M3 R 52 4R R A 2 () 3R 08 iR A% g I
FERG G G 2 RZLAER HEK 293 40 i) 7 S I35 7. Pt —ER-a fudk (H222) , Sz ia i
FEMEE G T I . Ok B MCFT 21 e i 4 o4 U F A FH PG BE . AR 4578 ER— a 66
ER—a 46 1 ER—a 36 [If7 & .

[0037] K12 BR 7T :(a) RE4WAS ER-a 36 H AL ER-a 36 JH3hFRIZEER 5" 3+ 7
f£) DNA £ (SEQ ID NO :22), 1 (b) fEZWAD ER—a 36 HAL & AN T 9 4t i kE 1 1R )
DRI 37 3530 DNA JF31 (SEQ ID NO:25) . 7£5' B FF T, 5w (% 440 &
A T RIZR, HIER T RS AT AN EN .. tWHSRTER T cDNA [IRLGEH7 .
[0038] & 13 IR 1 AS[E] A LR 41 il MCELOA. T47D. MCF7 A1 MDA-MB—231 (] ER—a 36
[*) RNA EIZE 34y FHETARTEZR T ER-a 36 FLEN & A RIAr & .

[0039]  [&] 14 &7~ T ER—a 36 %f ER—a 66 Fl ER- B [ AF—1 Fil AF-2 £5 #3815 1) 2 Sk
SRS R, (+B2) , B2 AE I ; ((E2) , R B2 AbFRAI4HHL.

[0040]  [&] 15 {7, ER—a 36 Be41 T HH E2 RIS — JE 31 MAPK BiliiEis. (o) EEED
RN T M —FE -178 (E28) AbFE ER 36-293 i, <315 5 Mek1/2 F ERK1/2 [k
B4k, P-Mekl/2 F1 P-ERK1/2, 43 5] J& Mek1/2 F ERK1/2 (s 4L L . (b) I3 (i AS
S E2B) £ S EA 293 40 ) ERKL/2 KRk . P-ERK1/2 /& ERK1/2 [k
ER. (o) AFRERMEEEAPUIESR RS S ER36-293 41 1 ERK1/2 BRI .
P-ERK1/2 7& ERK1/2 [FIFR I, (d) 5% £ 45 b P BR 4H R 4 )8 ER36-293 A i )
ERK1/2 TF&R k. P-ERK1/2 J& ERK1/2 [T Ea 1L T =

[0041]  [&] 16 RHH,ER-a 36 RE/F E2 B 15 31 MAPK BIBIZ (5 54 S, R Mgt K.
(a)E2 B % MAPK MR #% 15 546 SVEF] . FH 5XGald-LUC, BR&4 5 4 Gald DNA 45447 &
10785 6 2 B 25 R, R 576 5 Gal 4DNA 25 4 45 /33 al & 1) ELK % Syg Ak 45 M0 501 Gal -ELK
Firwis ( BB, BEN e T ER36-293 MIXTRE#E —293 40, #3551 A sk s 4
FRAE VA MR A B 573 7 36 /NI, ZRJG NN E2 B (1nM BE 10nM) 12 /N o ELA bRtk 22 7

7
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TCRBE TEARERAE — NP AT R 3 RSk50 . (b)E2 B AIHIHERE 20 5EMilisl ER36-293
IR AE K o BoR T 7E 490nm FIMROE EBUE . T35 Tk 5 ML SRS A R s BoR T T
{ELR SEM 330 I B0 () t— R 56, VPAR T X e g B Ge i 25 B35 1 . ER36-293 Fl# {4 —293
4R P- fH/NT 0. 001

[0042]  [&] 17 F&HH, ER—a 36 L RIETRAMEM R 2K, (@) EEAHZESHT ER-a 36 /£
AN TR 8 ST SRR 40 B R P R IA o B AH R e, I R B - DB B AR R, DA
R EXE3. (b)ER-a 36 7F ER—a 36 #4441 293 4H i KW 4l il sE 7. FH ER-a 36 4 5%
PR3, S 328 ED 5 A [R 4 7 40 e 2% 45 P 1 ER— a 36 W, 241 MO ZLAEYD PV, I C, M4
2 N, A% o I A 9 0 3 S MR LB VA MRS A R R R A 1 A Bl B bR AT, G I 4 B 2K o
A4y, 5° NI,5' ZEEM ;D4-GDI, GDP fif# B #Ii7) smSin3A, HEAEMWESMKA S
COPB, B #MEEH .

[0043]  [&] 18 FRHH,E2 B REfTidk ER—a 66 BV FL e 40 f MDA-MB-231 85 EIg F (1 A=
Ko ZEATEAEE2B (0) JAEAE 10nM E2B (E2) JFF4E 10nM E2B F 10nM fih 5 25 (E2+TAM)
MIAFAE BB 10nM AR5 5 55 (TAM) 1% 0T , {8 MDA-MB-231 48 /e 5 a s EA 3 A
[0044]  [&] 19 FRHH,E2 B BE15F ER—a 66 BRI FL MR 40 il MDA-MB-231 A (1) 5 5 3 (1)
MRE5ES. M B -178 (E28) ALFE MDA-MB-231 i/, 55 ERK1/2 BYHLE RS
Ao FHE2B (10nM) b2 248 JHa A [ (1) IRk TR) 0, 58 Pk 40 B 2 A8, {587 FH Rl 1R e ARG 12 F A 3R
P A, i 8 BV BT A

[0045] ARk BH ARG SE i 77 R IRk

[0046] & KI, /NFEMA -1 (Cav—1) RGN 2 4 R B AR o 24 J 36 A6 B 1 B
(MAPK) 345, BORMEB R 324k — a (ER-a ) [FRIK, AR IEMERCR 5 5146 5. ZRIE IR
PR T IEAL I MAPK 15 545 S AL s I e A (0 H 2 FHMEB S R B AL s R ) 2 1)
G RRECR . ZKRIA MR, Cav—1 JEIT B MAPK FIRER 25 545 S22 1) )@
W FELERFFL D bR i B A KR EEAERH, e A RA T IX 2 NEER
R s, X A S EELUIR IR KA. B2 SR T MBS S A% SR MAPK 15 S 4%
S@AErNEE,

[0047] A& X R M B T HME R 2K -a FM A, WA T JE LG K 66-kDa
ER-a (ER-a 66) BRI HE—ANAEFHRE 30+, 7 T HERER 3248 - a 191% 36-kDa [F]Ff
A (ER-a 36) « ER-a 36 A[FT ER-a 66, KN EED 2 NG 25 /48 (AF-1 1 AF-2),
{EAELRE T DNA- 25 SRALFIOR I 7 O A& — &5 5 45 M3 ER— a 36 IR Z5 F4 3R I, ER— a 36
SEMERRAG 545 TR ER- a 36 ] DA FHEBCER G 5 & S IBRIER, RovE :2AE
il BRI, HWAERBARAZ T RIE.

[0048] 4% ER-B #RAE ER-a 66 /1 SHIMER R (5 515 T I AL 7. R IED
AF-1 540 35([%) ER- a 46 7] L 54k % ER— a 66, Ff- 4711l FH ER— a 66 [ AF-1 5415/ 2 1%
FOBEIE M, IX W FR- a 46 7EH ER-a 66 [ AF-1 S5 3 SR shae v vE iR a5 1A .
ER-a 36 $lt/> AF-1 1 AF-2 54438, [Rfij, A4 ER- a 36 2401l B ER- a 66 [ AF-1 £l AF-2
TR INRE, LARH ER-a 46 1) AF-2 /- FRIZhEE. FIH ER-a 36 Al ER- a 46 /-3
W, B AR AEAN R 23T LA R 7K P 3248, ER- a 66 AJ LAZEAS [A] I 4820 23 b AN [
EAEH o NIXFERIV IR R REAS R ARV R P I R 5 5 & R R 2 BUEEA .
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[0049] A% B2 IRANAEAE A4 (peptidomimetic)

[0050]  AKREAFRML T Z K. ARSI, KRB« 2 K7 Z fa il RS2 — R n 2 A
BUE 2N E IR R A . ARGEMK B & A 5 A2 2 IR L, HIX S ARE R Bk
A o B ERAE, IXEEAEA BIRE R B SV KIE, et b s X 4 %
JUR A2 75 B A R AL 22 B & A R, BUR KRR A o R SCAFERIREAR 7 AR R BHYE [ A
(1) 22 IR 2 AN o FERIR A 2 IR 2 2 E BRI 00T, Pl th, 43 BOXFE ) 2 IRE Z
ZHR, Rk A, “EE” 2 KB B 1R NS B RIRIREE 70 A4 5 1) 2 IR BX
LR, “Aibi)” ZIRERZ I H IR E /D 60 % RS ik 75 % MRS R Bt i b
90 % H AN B EAT TR AR MR B 1) HU B 2 43 () 2 IR B B TR « TARAE EA T RIR R AE B A4
A (B, i s E 1 7775 ) B2 IR IR, & 2 LRI B A Atk i, oA
TIMNRAZAET RERIR TS 1 . “HNIR 2 K " Fa 1>k 2 K, R A EAE T 4 19 2 K, 3O H
FAET A (2 LB TES AT (i, @it SN EEmIS %L k2%
HR) MK,

[0051] AR HH )22 BE T DL A0S TR IR o XA ) AR 03 MEAE AR SCHP AR PE “BR- a 36 75147,
Al DL T8 5 A9 5 B 1 22 IR 2 15 2 AR s PRI AE 1000 5 R s 05, [ BB I8 i 2 Ik 41
H 2 R BT — MR A, R A MR B - MR AR LR, AR
2 B 22 JR 6 6 HECZ0 At F ) MAPK 35 MEAH B, MAPK 3@ 438 35 P A2 308 i S BRI . poadedth,
MAPK 752 BRK 1/2 Fil Mek 1/2 FBEERAL, HOUGEM, 7EA I - MR AFAENE T, R
REH 2 B 50 ERKL/2 FIBEBRAL AN /D o fLIEHh, ER- a 36 vy M 2R B shi . JEit &R
ReR A B A A FIBCARR ER-a 36 W& 2 IR ML, 7] DA & ER— a 36 3%, AT RL#H
R BCAR (K S2 ], A FRAEA TR T, #ERR (B1) 17 o — #ff —F% (E2a) .17 B - M —F% (E2B) (=
g (E3) JHEPUEE (estetrol) (E4) B BIA R EL R 4+, W4 MEE & E (BSA) 1)
MEWCER o B, AR ER- a 36 VEVERR T 5 2 i ER— a 36 V&M, 3 FH B & B A AT i it i
[R5+ BRI . (I ARERCER &P DAL, HAOLIEHE, 75 InM 2 10nM FIJEHEI A . £
T HERCER 40 M L e R RR A . 12 B R SUVF R AR 590 43T, SR 5 244 e, e i
SDS— 5 TR s I Jldg B J2 FELOK 9 BS AR AE T4 R 2 Ik . 14 B i 2 Ik 2 25 B, 3 A A
XTAERE BRAL MR AL T 20 ERK 1/2 A Mek  1/2 FRI3AA, YR MAPK 32 IT5 AL . fFd i,
AT LLEREHT - MESERZ, B it B 25 L 40H- fih BEE 2R B 1CT-182, 780, LA E ERK 1/2 )
IR AL 2 75 X BB 2R 2 AN UK

[0052]  AKHEAFRML T HA SEQ ID NO 20 Frid 2 IR P A 2 K. 1% 2 Ik, MIARSCHTIA
[ % % K, FEAR S HFRAE ER- a 36.ER— a 36 [AFP AL ER 324K a 36— WAk, Wil 1 fis,
15 ER-a 66 [FIFhALAH LL L, ER— a 36 R Fp AL S/ B - Rum g FE IRV AL 1-183, AL - R
I 2 PR R Ak 430-595, HAEE I C- Rim HA 27 M BB AN (kR D). #ERE
A o FHEGFE ER-a 36 ER-a 46, ER-a 66, MK B RHMAEMEE ER-B . KK
PR O 7 HERCER 24K, HAHE ER- « 36 [FIFIY . o iEAT PR A, AN ER— a 36 [F AP AU fE i
it ER-a 66, ER—a 46 B ER- B JE s — 544, je 1zt i 5 MESCER 32 AR Th B, SR 17 41 i) e
BRI AL 1M H, R ER-a 36 S/ iE L+ 1 (AF-1) FVELE - 2 (AF-2) J& M, B T
Bl TR B EE S9EPE . {HIE, N ER- a 36 fREF T 52881 — RALEE MR, H R VF ER-a 36 5
ER-a 46 .ER-a 66 B ER-B 54k, Y NIZAH AR UV ER—a 36 19 & A EBE 32 AR 1

9
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ER-a 46, ER-a 66 Fll ER-B [I%E 1.
[0053] £ 1
[0054]  FHIEBRAIZHERIT Y

SEQ 1D NOAefgik R B Aot F R P

SEQ 1D NO : 18, MTMTLHTKASGMALLHQTQGNELEPLNR POLKT PLERPL
ER- 66, Aia 5 GEVYLDSSKPAVYNYPEGAAYEFNAAAAANAQVYGQTGL
Mi2674. Aaasz300 | PYGPGSEARAFGSNGLGGFPPLNSVSPSPLMLLHPPPOL

’ SPFLOPHGQQVPYYLENEPSGYTVREAGPPAFYRPNSDN
RROGGRERLASTNDKGSMAMESAKETRYCAVCNDYASGY
HYGVWSCEGUKAFFKRS IQGHNDYMCPATNQCTIDKNRR
[0055] KSCOACRLRKCYEVGMMKGGIRKDRRGGRMLKHKRORDD
GEGRGEVGSAGDMRAANLWPS PLMIKRSKKNSLALSLTA
DOMVSALLDAEPPILYSEYDPTRPFSEASMMGLLTNLAD
RELVHMINWAKRVPGFVDLTLHDOVHLLECAWLEILMIG
LYWRSMEHPVKLLFAPNLLLDRNQGKCVEGMVEI FDMLL
ATSSRFRMMNLQGEEFVCLKSI ILLNSGVYTFLSSTLKS
LEEKDHIHRVLDKITDTLIRLMAKAGLTLOQQHORLAQL
LLILSHIRHMSNKGMEHLYSMKCKNVVPLYDLLLEMLDA
HRLHAPTSRGGASVEETDQSHLATAGSTS SHSLQKYYIT
GEAEGFPATV

10
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SEQ ID NO:19, | ATGACCATGACCCTCCACACCAARGCATCIGGGATGGCCCTACTGCATCA

ER-Q66, GATCCAAGGGAACGAGCTGGAGCCCCTGAACCGTCCGCAGCTCARGATCC
A% CCOTGRAGCGECCCCTERGCAAGGTGTACCTGGACAGCAGCARGCCCGCC
M12674, GTGTACAACTACCCCGAGGGCGCCECCTACGAGTTCARCGCCGCEGCCGT
AY425004 CGCCARCGCGCAGGTCTACGGTCAGACCGGCCTCCCCTACGEGCCCCGGET

CTGAGGCTGCEGCGTTCEGCTCCAACGGCCTGEEGGETTTCCCCCCACTC
AACAGCETGTCTCCGAGCCCECTGATGCTACTGCACCCGCCGCCGCAGCT
GTCGCCTTTCCTECAGCCCCACGGCCAGCAGETGCCCTACTACCTGGAGA
ACGASCCCAGCRGCTACACGETGCECEAGGCCGRCCCGCCCGCATTCTAC
AGGCCAAATTCAGATAATCGACGCCAGGGTGGCAGAGAAAGATTGGCCAG
TACCAATGACAAGGGAAGTATGGCTATGGAATCTGCCARGGAGACTCGCT
ACTETCCAGTCTECAATGACTATACTTCAGGCTACCATTATGGAGTCTGG
TCCTETGAGGECTGCARGGCCTTCTTCAAGAGAAGTATTCAAGGACATAA
CEACTATATGTGTCCAGCCACCAACCAGTGCACCATTGATAARARCAGGA
GGAAGAGCTGCCAGGCCTGCCEGCTCCGCARRTGCTACGAAGTGGGAATG
ATGABAGGTGGGATACGARAAGACCGAARGAGGAGGGAGAATGTTGAARCA
CAAGCGCCAGAGAGATGATCGCGEAGGECAGEGETGAAGTGGEETCTGCTG
GAGACATGAGAGCTGCCAACCTTTGGCCARGCCCGCTCATGATCARACGC
TCTAAGAAGAACAGCCTGGCCTTGTCCCTGACGGCCGACCAGATGGTCAG
TECCTTGTTGGATECTGAGCCCCCCATACTCTATTCCGAGTATGATCCTA
CCAGACCCTTCAGTGAAGCTTCGATGATGGECTTACTGACCAACCTGGECA
GACAGGGAGCTGGTTCACATEATCARCTGGGCGAAGAGGGTGCCAGGCTT
TGETGGATTTIGACCCTCCATGATCAGBTCCACCTTCTAGAATGTGCCTGGC
TAGAGATCCTGATGATTCCTCTCGTCTGGCGCTCCATGGAGCACCCAGTG
AAGCTACTGATTTGCTCCTAACTTGCTCTTGGACAGGAACCAGGGAAARTG
TGTAGACGGCATGG TGEGAGATCTTCCGACATGCTGCTGGCTACATCATCTC
GETTCCGCATGATGAATCTCCACGGAGAGGAGT TTGTGTGCCTCARATCT
ATTATTTTGCTTAATTCTGGAGTGTACACATTTCTGTCCAGCACCCTGAA
GTCTCTGGARGAGAAGGACCATATCCACCGAGTCCTGGACAAGATCACAG
ACACTTTGATCCACCTGATGGCCAAGGCAGGCCTGACCCTGCAGCAGCAG
CACCAGCGGOTGECCCAGCTCCTCCTCATCCTCTCCCACATCAGGCACAT
GAGTAACAAAGGCATGEGAGCATCTGTACAGCATGAAGTGCAAGAACGTGG
TECCCCTCTATGACCTGCTGCTGGAGATGCTGEGACGCCCACCGCCTACAT
GCGCCCACTAGCCGTCGAGGEGCATCCGTGGAGGAGACGGACCARAGCCA
CTTGGCCACTGCGGGCTCTACTTCATCGCATTCCTTGCAARAGTATTACA
TCACGGGGEAGGCAGAGGGTTTCCCTGCCACAGTCTGA

[0056]
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SEQ ID NO:21, |ATGGCTATGGARTCTGCCARCGAGACTCGCTACIGTGCAGTGTGCAATGA

ER-036, CTATGCTTCAGGCTACCATTATCRRGTCTGGTCCTIGTGAGGGCTGCAAGE
g% BX640939 COTTCTTCARGAGARGTATTCAAGGACATARCGRCTATATGTGTCCAGCC
B ACCAACCAGTCCACCATTGATAAAARCAGGAGGAAGAGCTGCCAGGCCTG

CCGGCTCCGCARATGCTACGAAGTGGGAATGATCAMAGGTGGGATACGAA
AAGACCGARAAGAGGBGGGAGAATGTTGARARCACAAGCGCCAGAGAGATGAT
GGGGAGGGCAGGEETCAAGTGGEETCTGCTGGAGACATGAGAGCTGCCAA
CCTTTGGCCARGCCCGCTCATGATCAAACGCTCTARGRAGARCAGCCTGG
CCTTETCCCTGACGECCGACCAGATGGTCAGTGCCTTCTTGRATGCTGAG
[0057] CCCCCCATACTCTATTCCGAGTATGATCCTACCAGACCCTTCAGTGAAGC
1 PTCGATGATGGGCTTACTGACCAACCTGECAGACAGGEGAGCTCGTTCACA
TGATCAACTGEECGAAGAGGEGTGCCAGECTTTGTGCATTTGACCCTCCAT
GATCAGGTCCACCTTCTAGAATGTGCCTGGCTAGAGATCCTGATGATTGG
TOTCGTCTCGCGCTCCATGEABCACCCAGEGARGTTACTCTTTGCTCCTA
ACTTGCTCTTGGACAGGAACCAGGGAMAATCTGTRAGAGGGCATGGTGEAG
ATCPTCGACATGCTGCTGECTACATCATCTCEGGTTCCGCATGATGARTCT
GCAGGGAGAGGAGTTTETGTGCCTCAAATCTATTCTTTTGCTTAATTCTG
GTATCTCACATGTAGRAGCARAGARGAGARTCCTGAACTTEGCATCCTAAR
ATATTTGGAAACARGTGGTTTCCTCGTGTCTAA

234-1166

[0058] AR B ZAIKEHES SEQ ID NO :20 HA F /D 70% [F— Mt S B 7 71 i 2 ik
XKL £ 4GS SEQ 1D NO =20 ELA T 70 % (1 %8 /0 AN 4 B F— M 2 R B T 1)
% ik, 51005 SEQ TDNO :20 ELAF 71%.72% .73 % (A — P, 525, B 3 100 % Rl — 1 o 1
e, 2 K4 A W N R R T I 20K, Frid & 508 7 71 DU I ALk S 4, 5 SEQ 1D
NO :20 HEE /D) 80% [F—ME. /0% 90 % [F— s 2 /b2 95 % [F—M. fidiih, 2 Mk
EVEIER . Pl th, 2 IKEAT 36kDa )45, WL IR+ e SR BN (SDS) - KA 4 Bt
e i kIS ). — %, 25 ER-a 66 HITEFRILFIFRIE, 511 S236. K302 F1 K303 A&
RS, 25 ER— a 66 [ DNA 454 25 W 38 O A4 45 G 465 A 30— SR Ak 45 A 330 1) B e (1) I e
SR, 76 DNA 454 (AR SE AR / B SRAL RS A AR I A AR AT L AN

[0059]  JHH, I LEXT 2 ANEIERR T H AR AL, B E 2 A% K7 A 2 B E 4 Pe R — M,
DA ALV & e AT e 20K B A R 2 L BRI 3 H s £ AT LU X I VAR — DB 2 N7
IR sk O, DL LA A R 2 2 B 5 B, SRR 7 30 o I R 06 20 AR R AT Y I A
T Htideth, {8 BLAST 2 482551 Blastp 727, MR 2. 0. 9, 1 Tatusova % (FEMS
Microbiol. Lett. , 174, 247-250(1999)) AriA, H 7] PLAE http://www. ncbi. nlm. nih. gov/
blast/bl2seq/b12. html MIFERK 133, KX b 2 NEIEFR 7 7)) o Lk Hb, 43 F BT A BLAST
2 MRS RIEAEE, BFEHME (natrix) = BLOSUM62 ;#1141 4> (open gap penalty)
= 11, Z{HEL 154 (extension gap penalty) = 1,gap x_dropoff = 50, i (expect)
= 10, FK (wordsize) = 3, HATixHh, ITIEA T H . 7EAFH BLAST R FIEX L 2 M
BB 7 I, S5 A AR AL ERRAE “ Rl — 157

[0060] A EHHFRME T 1EH ER- a 36 MEBIER AR MR BRI 2 k. lidth, A B
G SRR . AEA LT, BCEAA ER-a 6 V. % R B Sl 2&, SEQ ID NO:1
R IERR 13-27 FrHd &L 77, EO0et, SEQ 1D NO =1 1 1-27. XEER A BT LT
il % Ber e It M 45 6 ER— a 36 MEMSE 2R R P AL Bt . v BB SE A0 4E T AE N- K
B¢ C- Rum B AR i 5 | N EANZ LRI R 2R R, REZ AR SEERD 54
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AR AR, B 2 D T AR R R, E R AR & D 10 MR AR, B ik
A D> 12 MR .

[0061]  AKREHIRML 7RG 2 0K, HEGMEBKBIARK A 206 LR EE 2 k. 8k 2 IKkn]
DA T 38 N s REAR it & 22 IR VA MR o 80 22 Ikt mT DLH T 39 k& 22 IR Sz B 1, DA
HnRe s G AR ) 2 BRI S AR B A 77 9, Bdd 22 IR T DA G B AR B 2 Ik A B
L DR REAT e PE LSS & ER-a 36 MOFTIRRIAE . IXFER F BE I st A SEQID NO
1 FRIEIR 13-27 M2 Ik. AREHAZH T A KA K H RS 2 Bk 5 #8442 kS IR
Hilo BAK L BRI S AR RLFL I W &5 A A LS TS B A IS B A D RIS IS &2 A L Al
HIBEAS. BEZ WA LT S se a5 2 8. XFER A E A sl a s
PEHE K -S- B Z R - S5 E0 RER - S5 EANEA FTREER TN 2K -
QFFGLM (SEQ ID NO :2) \EQKLISEEDL (SEQ IDNO :3) \KAEDESS (SEQ ID NO :4) .YPYDVPDYA (SEQ
ID NO :5) . DYKDDDDK (SEQ ID NO :6) . YIDIEMNRLGK (SEQ ID NO :7) . MASMTGGQQMG (SEQ 1D
NO :8) \DTYRYI (SEQ ID NO :9) . TDFYLK (SEQ ID NO :10) HHHHHH (SEQ ID NO :11) . HPOL (SEQ
ID NO :12) \QYPALT (SEQ ID NO :13) .QRQYGDVFKGD (SEQ ID NO :14) EYMPME (SEQID NO :15) .
EFMPME (SEQ ID NO :16) 1 RYIRS(SEQ ID NO :17) . R, it 545584 £ IR HE14A % ik
o e A R AR, T DU I B A B Bl 22 k. 4, a3 A A 773, mT B
FAEZERE NS5 S A EABEZ RNIAEMREARBES 206 BiAZ KT T
AN 2 IRE A TP RIS G N Sk, Bk Z IRt LU S (S S, Hesis A £
IR 40 B, B RS 2 1K 5 R 40 e P BB =, 4 A

[0062] AN K BH M 42 7 A R BH (1) 2 P ECTE 2 P 2 IR, FL 0% AR o R AN U R R
Fo RXFERZ AR SCHRRIEZ K. 2 IkAT DLd g 2k &4 (W Stahl &, EELH 5
6,558, 924) . ] DLy BIXFER 2 B, ARG UIE], LA AR B 2 IRBUB BC 2 Ik . @il
VR 2 7715, Wt 2 B A IR, nT DI 2 8 A . R, AT DRk ot o i e
()8 S BAL 2GR0 3 . mT L T 08I A R B I 22 2 1 I A0 G 40 170 S 48] 0, 4 A 27 1A )
FR o AL SE ) A8 BAL R P ER RN B2 RN n 74 T8 158 o 170 S A e 3 2 R
R —2- (2— f IR 3L ) -3 FRAE —3- YR MR 2 . BRSO 45 Ala-64 Fl BT 18 & IR
PR R G e SR G W7 B B LR Xa B R o — SR R 5 (1 G JRsE 2L 25 1 I A
M SUR T EAMS . 2 E A0 DUHTHMA R W 2 IR A =808 . 7 2 A7k
FRARSUHCFH (W Coolidge %5, EHE LH]S 6, 127, 150) .

[0063] KA Z I EHE LBt A BUREE R — DB AN SR I BN SRR 1) = A
FR RAB T B A » B 28 A0 2 b B BRS04 , 9 et 4 o5 SE T R Bt o, @
it N- R C- Kims e B REFB IR BT, BUlE T IMb, REZSnRe (R 8 AL Pis
BUREHIELZE & ER- a 36 BRI A o SR ER T m] BAE 22 BRI — DB S R om A 4% H e
LR . ikl SR G I PR, SRt , SR % IR 1 ), HE A ER—a 36
TR EAEETTI, AR HSRAE T ARSI 2 K

[0064] AN BH (1) 2 ik b () 2 R BR BUAR I ade b 2 R~ BRAR, L3k B iz 5 R P & 8 1 110 L
BRCR . B, B AR AR S AT A BT S T T B A R R /NBRAEAE (A8 HL AT S i K
g M) B SERR A ) E LR, 18 7] LR 5 — P 2L 1R, i AR BN 2 IR
ke B, AERERY (KA ) EERR AR TN 2L R E R o 2 A R AR R
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PR A BRI AR . WM P PR RO H AR 2 2R TR P IR IR
MR RABLG RS AR . 5 IE A () ZUEMRERER 2R AR A AR . W7
HLfar ) (BRVE ) R ELFE R A G B IR » ik O ~F U SE B4 Lys BUAR Arg,
RZ MR, DALERF IE LA G lu BUAR Asp, R Z IR, DAYERR 7 LA sSer BRAX Thr, DLZERFIF
B —OH 1 Gln BU Asn, AZERRIF 0 NH,. B o2 RIEIERR (B0 3- FRIHE IR . 4- B
AR EEIEIR 2- WO TR 2- AP R, v - RESER. B - RERRER ) (A
FEIREE (SEBR . SR AR N- R IR . AR = R E R 2, 3- A
B2, 4- T R MR AR VAR B IR ) MBI R &R  IE 22 R4
MR 2- BHEFIR . 2- TILBFIR statine. B - ZIE IR 2RI A EIR VU S 7 M —3- BRI A
BRI, 7T AR A S 2 R 1R

[0065] AR IRMUL T A K I Z IR IR0 IREEOT IR XA ) 2 Ik, Horp 227D —
ASBREE O B B AR BREE, B e B 25 Tl iR 48 FIVEAERR W i B eL, H B A SR
Z IR ELEI R (Fauchere, J., Adv. Drug Res. , 15 :29 (1986) , Evans %%, J.Med. Chem. ,
30 :1229 (1987) , il Janda 2%, £ EH % ]2 6, 664, 372) « KAWL LM 2T B A K
S 2 K, AEE B A —ANECE AN I AR A0 O A 1 7 VA AT e v T R R AR IR L4
i, —CH,NH-—, —CH,S——. ——CH,—CH,—— ——CH = CH— (Ji=A1 5 2% ) « —COCH,——. —CH (OH)
CH,—— Fll ——CH,S0—— RAIETYI ML R IR 22 IR 2L 77 S L mi A0, SER BRI A7, B e Ak
S REE T, CAR R S P R I 5 1 2 R 5, 90 a2 T S L IRUAC L R R T AR

[o066]  FHAH RIS 1) D— 2 B PR BAR 22 IR BUMRA 07 W o () — B A2 B e (454, D- it
AR L- W ) » AT LA™ A 2 IR RS A1), Hoppl i sEAG € , B e bt MR EE 1 B o
[0067] I AEZ AL — ARum A/ BUR AL — AR i 0 BE Dk A4 A Bee At 1) 3 A ), ] UM A A
R 2 IR AL A P TR P A ads o 3K AT LA T IR RE (R T 3 A 22 R AR s i 1) T 4% 2
AR Y B o SRR B B PR AR ASBR T, 7T RAPH G B AR &k B Y 22 IR BT M ) 2 2
A/ B B AR i A 1 e A R BRI IR P 31 o 3% AT RLAEAL 27 A st 742 R 58 1, B
W B AR RN R BRI T, Wit A DNA H R S8 B, B P A S A, BY
AL C AN H B 4, AT DA B BV AR/ BUOR BE R i R A I, BURE ARK v (W 2 L BUR
SR v R IE ] A AN B R84 o DRIG, AR BHAR AL T 1 3t T4 1 22 ORI IR A7 4, RN
FRum R ERImBSHAE .

[oo68] JHIT(FHITZRIARG, BFEART, HEPORMA TARKHMZ ZEERT
A BAR AL A MO B A AT DA/N B B O R A 7 A R B 2 k. R #iE 1 X
FER B H B AR R 773 XA T DV T ATF 2 4. KRR AP S2 ) 48,
A (B, Kt (E. coli) BUMEZFAIM1E (B. subtilis)) ;MEEE (H0, FEMEELE
(Saccharomyces) FlEE/R KRR (Pichia)) s RH (B, FURIHER ) Y B I3
g0 (4201, COS. CHO. BHK. 293, VERO., HeLa. MDCK. W138 1 NIH 3T3 #4Hijiu ) . Ei¥: M4k
B L e FL A0S 2 1Y JE AR AL A Y, R mT DAR R TE 340

[0069] & A TT A A] LA T A7 AR R IR 1) 22 IR A IRASEAT 1) o IRASE 1K) 7925 2 AR AU L N 1)
AU HR o 0, B AR A T e i i B A Tk, B g sE B S AL
Bkt R 205 B CEEDIVE S AR HPLCEE A7 BB 25 28 e b g 61 40 DEAE. [ 1) €87 | (a3
SRAE . SDS-PAGE B BB T 3 FH 91 11 Sephadex G-75 IS IE | FU AR SR A 4 3% 55, W] LA
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B oA 2 IR I fERG 2 IR G BN R VTEIRLS 2 Ik LR TRAEL I 2 01K,
Al AR Gy At 2 k. i, m] DAAR B 7 22 IR AN ik %2 Ik 22 ) s AL PR 5 Xa 1701657 55
RG Z K. BiG 2 Rn LG G20, 58 FIg G TG 2 IR EE 2 85 5. 4
J&, A AR BRI R Xa VIEIRLG 2 0K, ORI IR XA R4 4 5 EHILR + Xa Rk
FE A, AT AR R Z K.

[0070] ZZHR

[0071]  AKRERME T RRmE AR ZKN ZZER. RE“ZZHFR”ZHU5 &
3 FHHEMERERN 2 ANBEZNMEERNEEY. 2R ULEREEA AR RN Z
HIR T3, AAE an gwbs 7 30, AEAEG b 720, 1 a8 35 7 20 o Gahd 7 71 AE S b 7 2 A
FEFI R E Lo RBZIR ZIR DT EZ T RO SELZE RN E LA, HiXEARER]
F R o N IR, IXEREARREZ B IRE SV KA, el EEEREIX
2 EH R e 5 AR AL BB A A R B R A

[0072]  ZAZEER W] DL AR BN EER, HEE AN B AMNER P51 H B — 8 P 3 UL sE .
Rl RIE“ 22 H IR B4 SCHIIR A AR LB AR IR R G4, ‘B B9 BAMA, R HH e TE %
IR . 2 BRI BAME” 7 2 5 2 2 B R RIS e 77, o — 12
HEZ L RIRIERS 5 55— BRI (BURBEE, 76 RNA BTG OL R ) BRZERCX, 1l — 1> 2 4%
i E R E S 5 — A B S IER AL . Y2 R ER R ERITI S E A2
HIR ERZE R T I BB I, 2 D 2 R E R BAh . B0, 5" —ATGC 15" —GCAT »&
SEAHAMY,5" ~GCTA F1 5’ ~TAGC H 2.

[0073] AR HMZZHIRK— L2 SEQ 1D NO :21 ( W3R 1, tBRIfFE/E T GenBank &
05 BX640939 AL H B F 3 A% H R 234-1166) « Uik AR K K 2 % Rtk BH
L e gmbs iR Ak B 2 IR AR H IR P 5 “ B R L HAMA” B IR T VI 2 % B, BUX
AZE R T P BAME . “BAR EHEAMY” 2% E IR DMHE 2 /0 — X AT, H 2 2
ML RAR B A f7. B4, 2 AN DNA 4> 5 —AGCAAATAT F15' —ATATATGCT
H A — AN ) T () AZ T R AN BE AR L X, (HAE 1K 2 N2 BRI & AR 358 RIS -
AN . TR EATILE 55°C.2X SSC(SSC :150mM NaCl, 15mM #7828 =4, pHT. 6) 7~ [l 4458
T ZAE M 2 N2 HR SRR FHAMY. HTAKRHEERHEAR EEAINIZ ZER
i I 2 b — A5/ 20 MZEH R K X, Z3A XIRE A 2 /> 60 % 1% 5 1 7 — Pk
Pride st 22 /b 80 % AZE R [F]— 1 EAR Ik M 23 /0 90 % A% H IR [H)— M A A ik s &2 /> 95 % 1%
HERFE —Me. Rtk A L AN 2 R B RILA T 2 XXk, ik, 2 ZER
5 SEQ 1D NO:21 HAZED 70% F—MMZERITY]. Bk, 2R FRAG 0 N %E
MRy 51, Frid iz .7 515 SEQ 1D NO 21 HA#I 70 % 192 /> 84N 4 b i [F — P, 4
5 SEQ 1D NO :21 HA 71%.72% . 73% R — P, 5%, H2| 100% MFR—M. BEEFEfE
H, 2% H R EA 5 SEQID NO 21 BA E /D 80 % [F—1 . /> 90 % [Fl— 5k & /> 95 % [ —
PR ERIT S S, 2B IREAA 5 SEQ 1D NO 21 B4 100% F—MMZH K7
Fl. HSEQ ID NO :21 HEE/D 70% FA—MENZ ZHREA ER-a 36 7§,

[0074] I, EIT ELXF 2 D2 IR P KIBIE, i E 2 D2 H R 2 [ E 2
— M, DA AL I & AT 7 K B B A R B E (8 B s 753047 USRS R VAT — AN Bk 2 A
FR AR A B 01, DL LA IR G 2 B, 8BRS e 21w BB S 06 20 OR 5 EAT T () IR A IR
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FEo fRieits, {1/ BLAST 2 # R EVEM Blastn FEFF, BA 2. 0. 11, 30 Tatusova % (FEMS
Microbiol. Lett, 174,247-250(1999)) Fr A, H 7] DA 7F http://www. ncbi. nlm. nih. gov/
blast/bl2seq/b12. html MINERI 43 21, KXf b 2 N2 E R P51 Pk, /48 Hpra
BLAST2 ## RS ) 54 {8, S AHILIC K7 (reward for match) = I, $5FCI 2> (penalty
for mismatch) = -2, FFE 03049 = 5, LE{HER 0§43 = 2, gap x_dropoff = 50, HiE=
10, FHK = 11, JRAELEH, ST e T . (AT CLUSTALW 2 /3 51 LA 4 (J. Thompson 4%,
Nucl. Acids Res. ,22 :4673-4680 (1994) ), H: 7] PL7E www. ebi. ac. uk/clustalw/ IR EK K
183, WA DL i 8 2 2R E R TP A % E R 7 5 R — PR A7 B AKF
[0075] NV 4EERAE, Sedmbs AR K EH ) 2 K0 2 B B IR AN IR T 2 R AR ™ A i B R ZH 35 cDNA
ZAH R IT F A5 BG4 1 2 5 TR, T2 AR AR HH T 28 A% 25 00 1 181 1%, BB g b axX R 1)
ZIE Z % BRI B, R AR 2 H RT3 SEQ 1D NO :21 R 2 Fedmhs BA &t
% SEQ ID NO :20 B2 IKRIZE BT — DN ROR . Redmbdi 5610 2 K7 5 1% H 1R
FERNEAMIR KA A IR, BSH bR s 550, i DA RMZE R =5iE (FEr)
Redhd A [F] () 2 2R 1R, AN SR AR N 51 BB 25 2y M 5 S8 ) o I B ORI % B R 7 71
[0076]  BE“Zmhd” AR EHE 2 K 2 % 5 IR AL g bs X A HEGmAS X, HLIR R 28
fift, BRAE A AR UL, B8 “mbD” Z IR 2 H RIS EAIR T Redmbd 2 IKM B 7
F, et afEma X LA (BE, 57 803" ) MHERERTY. “dRidX” B8 “gisT5)”
SRR 2 IR Z BT 5, H 24 E T & S0 7 7 s h] T, HegRiEgmisn 2 k.
Gahd X L A HAE R 5 ImEI R En S A ER 37wl B LS ik
SE o “HMRGHASIX 7 FR ARG X, B AR 0 M R ASFAE I GRS X, BUE A T 40
{HJE A L3077 V5 S NG A | AT 5 M2 42 20 8 08 AN Al AR M T 42 1 1 75 X 19 9w
X, B A S

[0077] AR ZZE BRI AT DO SOIRIBERIRM . 22858 A] LU, 6t %
5o BUATT DUR L — P i fE (22 ERRINY 1 ) , B e BE3uA, BUR At gmAg X
Hahd ) 2 IR FRIE, B RIA B AR ] DUAHE, (HA R T, BORL R BERL P PR+~ 5 55 Rl kL
BRI AR o B T DU U BB ) 2R BP0 1 8 3k 4 i i PR 2H B A7 AE T
tAgst (B, N BA SRR S8 B EE R ) , Bkt m] DAL SR B Z e 3. 3
1 H (1) 2 % H R AT DALE I X 1 A 315 BOH T8 A1 e S BUAE T 3 40 i A 2 S i LB 1 )
TR RSN, 35 H T e E %, Pk e A0 B AZ AN, BURAEY) A - ik
(1) A% 200 i S 461 £9.65 MDA-MB-231. Hela. CHO 1 MCF10A 4HMMd . V815751, BOAATIX , Fahr
T9ebs 7 HIE) i FIEEC N IEZ R T 5, BT B e gm bl 7 21 o 5 7 20 ) 2241
AR T B3 R BT A S T2 R ERAE 5 78, EfEHERARNAE
T H, VAT LS A AR AR P FIAH AL A 1 7 5. R RIANR T B3+ (HE,
TEA R B oA R — LA 0@ 1 9 e 24, (HA R T, A a8 3+ A 21 - R R e
MFKE - Rt B E R M B s FARE RS RiE Rl ERE R fedH
K351, DMEEAE T RV eI Birr WRHEER ISR . H[UESHETT PSR %
P SEEL GG X R 0R 1 77 OB, P8 5 75 “ AT A E R B gmhg X,

[0078] B4 AT LAJE REAE 2 MtE 3 /R FH IO F R B . SRt AT DL e PR ik, H— %
A B ER G P UIZ R BRI AL S, A6k DNA JE 3R] DAAEIX B AR 58 (1) 77 2046

16




CN 102504025 B OB P 15/35 B

Ao ATLURAXFE B4R, AR i E SRR ALY hRe . whESUA W ] L& Firid
DR, H3E T 58 A 5 F e B AR AL AR o B 22 DR ) SE 91 22 DY IR ZR L R B L R
BREapM. T2 SR LIk B3 2] (#1140 Stratagene, New England Biolabs,
Clonetech) o BAKT] LLig &5 175 7 51 R A4, Birad 8 55 77 21 e 48 4 N R IR BRI
ZZHBRNZRIL. F28AET UL F52], B2 ARSUR O RH (Stratagene, La Jolla,
CA ;:New England Biolabs, Beverly, MA) o FIAZART] DLH] T4 A0 E S5 AIBH PRI 52 o

[0079] M 2 % H FR 5 N SR I 7328, A& A U0 Ak BT JE A (Sambrook 4§, Molecular
Cloning :A Laboratory Manual, 28 3, Cold Spring Harbor Press,Cold Spring Harbor,
N.Y. (2001)) o &1 &5 <, FH—FE 2 PR G (BRGIHE A TIZRES ) AL E4E N\ 2 X H IR
(R38R , A AR A B, B A o, B 57 B3’ R Im R 1 ” A, B E I 14
B AT L BRI A AL 3R A4k, B IS FH o) — Pisim ab 22, ) a0 58 G i ST BRI L T
PR It ESIBe  DAAE R R PR AL ) 304, e B P 2 4% B R e i s A R AiE . FH —Fb
B 2 P PR 1 Al Ah 2R 0 N AR ) 2 H R, DAAE R PEAL N A By, LB s, B 51 B
3" R R PE” Rim, B L HPMTERA S . o] DRI AR 2 288, M5 H 5 —
T DNA AT AL o XA 1) DNA BB AL 55, (HANR T, SEA I A0 VA% BRI 7k 1 I B
A2 IR, H A 0 2 1% IRIE R B ML

[0080] 4RSS, RIEAUIR AR 775, A B BUA N 2 H IR 2] —&, IEGE A
ZZEE IR (Sambrook 25, Molecular Cloning :A Laboratory Manual, 5 3 i, Cold
Spring Harbor Press, Cold Spring Harbor, N. Y. (2001)) . f&i1Mi & <, °] AFEA & & 122
TR AN ERZBEAFAE T, A A A E IR A B AN ik . SR A, R Y40 T, IR G 8
G, VARVFIERERRR 2R i BOERHBUE

[0081] A BHIEHRAL T il £ A & BH 1) 22 IR B 7120 i 2% Be g b e AT 1) 2 - B R B 77 V23
TTEAFE W) R R 22 B 7715, VAL G, Ho& ARSI AR B J& 0 o 4 2, £ FH A
AERYEZH DNA HR, 7] AFETE F 40 RIS 2 2 H IR, 1 H o4 i 25 T RNA (1 & 4, 7] LA
PRGN EAE A RE  BUE A SRR, B i [ A RS R AT BA G R E . A B4 DNA H AR
B, 7 A Mo mT DL, 1 2, 40 A 40 G . B2 R AT B TR A0 A B AL B 4T e

[o082]  AKREHMIRUL T BHA B3I FiEMEM 2% 8K — 77, 2R E 384 SEQ
ID NO :22 Fridmix BT, B —& . AR, AKHKESIFREA U N ZH
RT3, FridZ B L7715 SEQ 1D NO :22 HA T 70 % (1) 2/ AN H 2 b i [/ — 1, 41
5 SEQ 1D NO :22 BAF 71%.72% . 73% W FE—M:, %5, B3 100% KR —M. ARk T
BE T tE R TR TTiE . AR L, FEhrHA 5 SEQ 1D NO :22 HAy 2/ 80% [
— P E D90 % A MEVBL R D 95 % [F - R E R TV . ARHBESIFREA MRS
& (ER) T I3E T o anAR S A R, ER 1 7 975 PEFR /£ ER— a 66 /775, ikl , /£ B8
G MEBER Y ER—a 66 /F7E T, Al EAE IS I 9m i X 3G 08 R I8 . AR IS 3+ DK
T AR T #MEF R 77 RIS o AR IR 3+ 7] AR A E I 42 21 e dwbs 2 IR (49
TR 208 ) gmbsd X . brid 2 KB seflafaEfe bR (i, 26E A VB s AR 05 )
MikFebric (B 2Pt 294 5 B BUE SR B IR B A I E S SRR R 2 K5 ) -

[o083] itk

[0084] AU PHIRAL T RedF 2 & A8 I ) 2 IR A RS i A . A SO ),
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“BENT RIS 57 2 IR BT S IR AR, HAUN BB 5 7 PR & LR R A7 A
HAEH, iR 54 A RKIRMMHEIENH . BRAH ZMEBAESIEAET, “sifr
HAE G RAL R PUA R ARG GRS, 5RO TAER . EA SI7TH, 48K I iR e
e PEHLEE A ER- a 36 B —& 7, AR = M 45 & FR— a 66 B ER—a 46,

[0085] PRI, AR W] 1) 22 IR AN IR ASE (7 0 A0 G v BERT LA SUR,, SR AR P Bodd, B4 HEZ))
IR SN 1K NN /e 7 NN/ A1 710 NN U 1 7NN I 707 NS SN 27 LB A 271 N
Fab & (18 E5 Myt ik . i, B SEQ 1D NO :1 B2 KB A B, 40 SEQ 1D NO <1
AR 13-27, Al LA TP g b 45 5 BR— a 36 FUPUiA . @I e e 3 4%
JE P AE b, AL B e KL A G E A INEEA D RIUGEE A RILE
TE S A, A LB AR K W 22 IR ERIRASE 7 Bl H: i B

[oo86] 4N AR E & ifE fidk, WA DL f5 S B R e ik B sh ) (o, 2 B S
= S, BIand ) o AR4E O BRI 72, O T Ab Bk B Sz K sh I s . a0
REA XA K 2 BRI 2 5 B BRI LG, & A0 H e PR i dudd, W] DL %%
SRS, Al 2 v FEHLAR . ARG ORI A T4 7 H0in T2 v B b i iE I EAR (O, %4,
Harlow Z&, Antibodies :A Laboratory Manual, Cold Spring Harbor Pub. 1988)) .

[0087]  AGUIRIIH AN 7t A] LLEE 7y b AR 7 X 2 B (1) 22 IR SO ASE 07 M B B )
BRI . I 2R A2 R ) A B S R BUAR I — MRV e AT B AN (I, 40, Har low 4§,
Antibodies :A Laboratory Manual,Cold Spring Harbor Pub. 1988) . i 4 ugh4, H
Al LA e A, 610 FHEUE DNA B E256 40 B bk 40 iE, BH BB W Esdk e, v LA e PR
WEAL PR A P PR R (AR08 ) o AT AT IR X AR R B 1) 22 IR IRASE A7 400 A 7 1 B
SR BUARALI S AT, ] R A SE AP o 1] 8 A4 i L AR T R0 B 7 0% A A 45 FH W T
B REEAR (WL, B, Kay 25, Phage display of peptides and proteins:A laboratory
manual. San Diego :Academic Press(1996)) .

[0088] A F A HUAAT] LAITAR B NS0 7B v B A4 o 30K /)N BR AN R E XA/ BR
G % SRR 1) B AN T AR A RStk N AT AR A A I, AR S B BROGT R R AA B X () N R
A RLA P A JRAG T B SR S Ad . AT PR B NS AC I B SRR AR B BuAR 4 7, W ER T S R E
5E X ) G % SR A DR BV AE 1] R FEIA T FH T ve I BR Ay B3R R 1 AT AR S5 A A — SRR R
(Orlandi %, Proc. Natl Acad. Sci.USA, 86 :3833(1989) , H Wik 7 4E /= AL 8 v %
HAEREIFH AR (Jones 2, Nature, 321 :522(1986) ;Riechmann 2%, Nature, 332 :323(1988))
[0089]  IEL W FAM) O AN TT vk, AR BRI & K, BOE TS e dn b5 i B 2 i B R AE
KT A 3R, P DA & A R DR Bidd A BL. % a7k (G i &2 E R Bk R
HAR ) WA BN YUK, 7T DR RIS A B filan, @ik H B & E SRR ) BBk, SRt
FRAE F (ab”) .0 5S F B, ml DUEF=Judhk A B . A8 F AR B I8 JE AT 1 B AR i b &) 7=
A SRR B, 7] DA — B 0% B, DUAE AR 3. 5SFab’ BN i B B, B &
BEHIRGE U E, = B A 2 DM EATH) Fab’' B L A Fe JrBg.

[0090]  tHA] LIS H UIRIFUAK ) H e J7i%, Bl an o I S8, OB IR 5 - SERE v B, 2
— B UIE B BOLE R A AL R BOEAL FOR, R E0Z  BERE 455 AT H e B BT R
B .

[0001] W LAGGHLA, LA E EATI 4 & BIRALI R — Pk RAFRHUR (B &R
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ZIK) ERIBUARBAML S-S REA . AL F H 3 A0 S0 T 1 3% 10 2 1491 0 2 L 1R
BRI B2 R, H AT PARAT 4 58 1 = 4R S5 M RRAIE, LR 8 W rLRr iR R . A DA T %500 5%
BTV, ARSI AN (Harlow 25, Antibodies :A Laboratory Manual, page319 (Cold
Spring Harbor Pub. 1988) .

[0002] A DA 08 044 ot VM 25 5 A R W) 22 IR EORR B 1 () e 7o 9, Je e
GBI TT 15, 7] LAk PR Re R e YEHL 45 & ER- a 36 R A BB 4 H R AR 45 &
ER-a 46 B8 a 66 [ Fh 2 404k (W Kitajima %5, 38 B % |5 6, 534, 281, fil Harlow %5,
Antibodies :ALaboratory Manual, Cold Spring Harbor Pub. 1988) .

[0093] A LKA K BN IPUEMREC R 2 Fifk &4 b o AL S St afEf bR id . XFER)
For W FR A ) S48 A0 48 SO ARAL B B R R A 2R 55, Bl it A MR S ABED =, i
R FiAE . A SIS O AR HUAR AR IR RIS T AR 10 7732, FE A R I bRid . XA Piigm]
PAF T#500 ER-a 36 (AN R G Juikm] AL b8 BT 50 ASUR O A m] T8
I 9 RE A 20 L AR AN 51 R AL T R o AT SR S0 B 4 R O Ak e AR 2R R S
BUESE 2 B 5 S S VRIS B S FEROK SR mAE R B (fulvestrant) Al faslodex.
TR R (PEESER L tribolone FURFZ IR R BT BRI (strontium ranelate) . H&SEH
BFEA MR, B R Bl B R R A B

[0094] HAEY)

[0095] AR IHIRML VA G, HAE ALK 22 H I IR BEE . IR S
Y)— M5 255 BTS2 AR . AR SO A Y “ 2557 BT R g suA” s 5 24
FHZR I ERAK TR A B B R 2 DU B R AT B R SR B R IR e 22 57 S« AT A
B HETEEN GV REHAEY T,

[0096] W] LUK AR A BH (R 26 Wil £ BT 22 T 2, i v 7) B BB 3 L /K VA TR B
HG o A4, R0 B GREI TR, 18] 0 BT 1D 3R Bk o AT DATEC 1) 8 05028, AT AR 22 O IR AR
YRR 2 S B RO I o IXRERR ] 770 BAE Hong 55, 32 [ L A5 6, 306, 434 FlH:
A, B K SCER

[0097] 28 VAL A AT DLE T IR TR A4, AK P R B0 P ) 2 R VA L7 B
HBLR ), BCRT DAE T8 A7 AE, DAEAT F AT 5 /KB B A & B BUE L 6 o IX R R
AR PLE A 5 I, 6 a0 2357 55 AR B K sk (HrT DLV EFE | ) B3
s

[o098]  ZH &4 m] ARGl R H T 1 8 Ab it A (9 40, 3 3k e 55, 49, PR G 9 v B0 4 i
1), BT DAL R A7 AL T 22 0 FOURE T 6 48 /AR AR i 3 25 4 BUEA A m 1R 77 5 7910 1)
ZHERSAT. AEYF USRI AR ALK M EE T 8 R E e, B
A LA A EC i R, ] a2 )RR e AT/ B HIGR

[0099] W] LA I H T B Wy it FH i 4 & il & RGBS ) A 50 o 251 mh ] DAL 5 R 6 i
(R B HE SR KB R [ TR L , AT AR U4 A I e ik

[0100] X TR it FH » AT DA IRON 25§ V55 25 4 BN He A9 BICH: & 77 {88 140 28 3 OV A 5 55 711
) TR, IR s A &9, Nk AR DA 5 i ) FE HE R a0 — S RO b =R
fit s U L0 AR BB S U . AR RIS B IS 0 T 5 1 FR Ak 1] )
KIXETHERIE, A LA E & A7
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[o101] B3, XTI MBI N E A, A4 7T CRE TRy A S %, 6l an, 18 55
UGG Ry R BT (B R eGSR ) KM ARG Y. B KA EY)m] LLLL AL AL A7
P8, B 20 A8 B FE B2 1 o, B G, B B o Y R SR R AT ER L, R IR ON AR BN A5 1
B R, T LAt R A o 0 T 5 P it FH AT DB A 55 25 it FH 250470, 49 e st 28
JRE 55 25 o

[0102] WD HA B S TR« R rT LUK 2H A P me ] e /K VR B e 7y
B KRB A K AL BOK M FLTT . BTG A A s AL R A, ta] DL &
2R AT LUK AR B N T RIR, AR R ALVE B, B IS A G

[0103] AR BARIA G AT LS H S 5, B i Wk Rl & ) o il A P 500 A0 B Fg
o A AR B AW ] DA & 25235 PR R, B s  JUER BRI I 5K 771 254
A

[0104]  JEL4H MR SRV ESE R B B FRAE R 25 22 77 1%, B il 58 LD, ( % 50 %6 FEAAEL
TERIFE ) FEDs, (XF 50 % BHAEIGIT A BIFE) , v DA 2 X R A SRS HEAG ST
st BPEANAIT R Z MBI E bL 2, iR T a4, HH T LRI AN 1D, /EDgp. BE
I EEIT TR BRI A R Lk .

[0105] MM HadsaRil e Ash it 5245 2 2, o] LA TRCH] — @ R A HAIE . X
RSP0 &, OLI% M AEPE PR B2 1056 B Y, HoA s A BU/D B B I EDgpe HOMSET
K FH 3 R AAE e FH 3@ 45, 7R =] DAPEZ G B ARk o 6T 78 A R B 1 77 v eh A3 A 1)
1B, AT LG BB 3200 52 , U125 i T HA T BRI E . ] AE SR A A R i 5 &
PUA B TC, MR ML AR BEJE (B, BRI BIREIR 16 2 B R I i SL 30 AL S ()
B GnfEgn B s = e 1 . IXAER(E BT DO T S th i s /e AP R = 7]
DA 5 1 2% A A 7S, 461 e st v REvBRE €l o — T T, A R &=V LR 2 B AR R 10
TUEER (M, PRIk /b 25 u M, SEALEH 50 u M B LG E I E

[0106]  FJLARER 1 IRBLEZ IR B EFE 1 IRELZ IRt I GV, AFERERE — R 1 Ik BAZRIIHL
RN TRERH 1, FL L PR 22 AT Res2 M A7 A5k v I 7 32 635 BT 75 1 00 S A0 I A) 1 49, A F AH AN PR
TR B AS 7 EE PR, DLRT VR TT , 52 SR B RER / B, FIAZAE e i
i B, A SENAEYIRTT %A, T VAR —IGIT, BLiEH, B8 R7EIT .

[0107] A& WU T7V2%:

[0108] AR AFRAL 7RSI A & BH 1) 2 BRI 51 o 207 v — B FE, SR OR40 i, - Brém g
AR R B 22 Bk, Al e 4l i 2 B RIS %2 k. difum] LR SRR SRR 1. A SCff
(1), ARTE “EAR” §5 O M2 RE I SR B (40, 4358 ) BI4ai. Sk gn i s, 1,
JEARANH (I, S D2 B, H BB 2] 230 77 2 v AT A IR AR KB ZE RR (1)
YRR ) FIEEFRRAM (0, ReEH 2R SR A R AT KON AE KRR 20 i ) o AR ST 1
[, ARB AR FRAE2 A E R A AN . R4 nT DURAFAE T 248 B BUMR 4 e . 4
WAL Hb 2 e LB A L, 1 7, /N BR OR BRECGR AR B (i, Mg+, AN ), ARk, Ao 4L
T T 200 M0 T 490 5 7L 5 0 e, 49 L e 4 e, AR R ) B A I, A6 ) R e R A e
T, AL BT P IR 2R TE AL SR A, A DAUSZ A 1S B4 M. ] DU A LT
I R R A F BIRE o AREARSUR ORI 77, 7T LMA SN FR 0 BRI . A RERIE
FR- a 36kDa MR 2244 I DRI i m] LA A B P Xk L6 40 B A0, 4% HEK293 4. BH 12 %o B 40 il
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045, 764 M5 A1 BRCAL B PRAH o7 A2 T, n] DLDMIRAH o B AR K 4l . ARk, 40 e 7E
HIMTEATAE R MRS B A K. @0 G 4 4U6 2, 1 7] DA ZH UL 545 2156 HE 40
[0100]  —J7 1, 1% 75045, Jeat A 4 M AR R BH B o Ads SR 70 B 4 o 5 FH 5 R0 1) HL AR
AT O BRI 7 92 AT AT i 40 i 2 75 R SRR A R BRI 22 Ik o S N 1) SE ) L4 , 55
PERIRTHE T 4 PR B DU 52 1 4, RO G 2 0 5 S B DN 58 B 8 0 N 5B B A D 5E o R
AT DA FH R FH B oot S8 A Al ol A ke I il B L A 2 R DR I R A 2 RO TV FEAR
R T3k A, AT DA A 2 1 s R s N e o TR A R B 22 IR B AR R B I A4
A DB TR 1, A T B A I, BERT DAS A A8 —hudd . 450 H o VA U A [R) 40 i XI5
o [ 22 B A I 5 VR, M2 IR B S B AR A 95 BT 20% 15 5 514 5%, —
NN RER I ER- a 36 4L & ER-a 36 BHYEN.

[o110]  7E 55— NJ7 I, %7 iEAH, Wiy M 22 H K, ki, RNA 288 (FW,
mRNA) , DU B8 38 1 2 A% R, SR v il . fiide kb, it RS RERE M. (PCR) 38 2 4% 1
g, kb, It 0 H Skl (RT) PCR. M RNA 2 1% B 1R & i DNA 2 2 BRI T71%, R A 8UE O
BRI E BT o S8 AR AT B 1) 2 % B IR 51 T, Jo F ged 38 2 % B IR, 4% SEQ 1D
NO :22 B¢ SEQ 1D NO :25, Bi HAH & o FHIXFEE S0 = E Y 8 1 2 B BRNAE, BnE
N RERIAMERLZ 324K . AR SCAER 1, RE“TI W0 fa vt F T M2 I 10 2 4% H 1R
X 2 N ERE R — D5 SR TALEY N 2 E RN —im A i EZE R
BAN, 15— A5 EAAE TAZEY BN 2 ZHRE 5 —um R U EZE R b, 2
T 2 % B R T AREREIR 2 % B . 51905 K I ANY 2 - H IR A% E B T DARRPESE 7
blo 5] LEA B2 16 MEHR, Uik, 204 20 MEH R, ik, 204 25
MEH R . 3 PCR Y1 2 2 B BRI 264, HOUT 138 I 51 ik B R e 2 m 424k, BT
1 8 IXAE R 25 B T %5 A AR ST ML o

[o111]  F 345, A LA ST & 19 1 2 A% 5 B FOA7AE, B A e A v vk . JEE e (g,
IR 258 ) B ARSI H AR N R E B GG R Ar e LRSS T R AT EE O T B bR
i) BHATHRL, TR G 2 H R . — BB bR LS PP JEBE bR
$if, 49 40, FCARA Q0 A ) 2R BRE B B, DA G A o PR I BT S AL I, BRSPS
A (chemiluminescer) FlNa Yt 2R, BUR AL S WIR AR E RATED)

[0112]  fF3kh, 7] LI SE ER-a 66 2k, ER—a 46 £ k. ER-B B H 40 &7E 40 i T (1K) 7%
fEo Faill ER- a 66, ER—a 46, ER- B B{HH A& WAL R4, AR T s s 2 % H IR
(RIS I 7%, B0 2 2 B BRI 38, Sl B Sy A o 2548 FH 50 Ve WA R 248 i IX s 1) 22
JUR ERIASE I 7V, 24 22 Ik 3 5 A iz A 0%, fl anki it 90 % (M5 5 5% A G, — ol e
Fik ER-a 66 B ER—a 46 F4H 2 ER—a 66 B ER—a 46 [HPEH,

[0113] A FLARIE B 19 K 20 70-80 % BER & ER-a 66, HFRYE ER- [H AL E . X4k
i e e S g AR, SRR Ak, H S SR TS A 0% (Clark, In :Harris JR,
editor. Diseases of the breast, volume 2.Lippincott Williams & Wilkins,38:
103-116 (2000)) o F I 2 A& B 1) 22 Ik B A2 76 1 7732, AT AR s lirbsid, T X 7 e
= - SRR E SR R — DI RE, Pide b, FLIRNE o 75 AR ST St 5] A A 1 45 R 5 2
F W, H ER-a 36 I RIHERRE S& AT IR KL, IR ER-a 36 AlfES 5
ER— a 66 BH 12 i) LR 1 e AR o AEAR SO SS9 AT I 45 R B, Be R R IE AR K
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A 1 2 IR B4l i, bE BB R IA 7K - ER- a 66 {H & BEA K P /) ER—a 36 F4H i, 5 BEiT 52
ISP - EECER 2, 90, Al S8 55 o DRI, A IR B ) 22 IR B 47 AE B 77 V2%, SR VF 550
BT S, B ER- a 66— BHPERAT ER—a 36— BHERT . A4S & B 1 2 Ik A7 AE R 7125,
3R] DA T 90 5 0 e 40 — ESCER 29 SR, FF SR AR D0 T4 il 5 A4 1 3 >4 B YR 9T
FRE Bo Bhn, BEAET] LAy g, HAT ER- a 36— [P ) LR A8 40 i 1) 32 3, T R A5 o
R AR S 25 DAy o BEAI AT I B 1k

[0114]  #J ER-a 66 ER-a 46, ER—a 36 ER- B BUH: 414 MAF AL, t fo vr X EL B 35 52
R TEZE, W 2 PhE T 2 PR S2 AR I LE 28, Fovr T 4 B o b - R 2 (a4,
s 55 ) R B, AEAR R B 7 T, 58 40 o ER-a 36 5 ER-a 46 ) HL2E
ER-a 36 5 ER-a 66 [ILL3, ER—a 36 5 ER-B KLU 4, H-15 0 RE LI AR o 0] Bz b
AT R . X EERI 2 AR A SO FRE ER-a 36 bLZe. 7E—ANS2iaf] rh , %o BE 41 i m DL 2
Pt - MERER A LG IT 4. 78 5 — AN SE sl o, of RE gl i 2 3T - BEs R 25 AR
JTHII D . a0 BEAE SEIS A0 o A U 52 19 3k ER-a 36 bR 575 e 4l o = BTk /9 ER-a 36 [k
ZEAH ], VAR PR X R AR B RPIRAS , 7 S SR a0 40 o 451 4, 2 2R SEEG 4R i ER— a 36 5 ER— a 66
R EE 25 TN RE M AR 55 5 5716 7 B RE AR ER- « 36 5 ER-a 66 (I ELZRAH ], 1K S5
AN fth 52 & 259 TT 1 o (HE, SR SL38 41 M ER- a 36 5 ER- a 66 [ Lh 2 5 A Reiid ik
VR ITHIR HEZH B ER— a 36 5 ER—a 66 [ HLZRAH [, ) S 56 20 o VAN AT At 525 87
SHIRITI . AR5y — A T, R AE SS IR A TP 52 1Y ER- « 36 LL 25 AN AR fth 5 5 2576
JT RN REAH A P (0 B B 2R 3EAT X LR, I1- 5 CAIAS BE i Ath 5 8 2 va 97 X B 4 il TP () B 2R
BATX o SRIE 0 B FTIR R SEI0 A M VA NI AR 55 5 55 Va7 1, BN Al 5 5 550697 1. &
JRNANI fth 555 256 7 TR X RE AR P — DS SR B2 MCPT (ATTC fRsgE e 5 HTB-22) »  ELANN A
TR B A B 1 S VAT RN RE A M ) — A S48 & MDA-MB-231, 18X bE SIS A i FP 1) ER- a 36
bb g, 0 A] LLKE ORI At 5 2596 77 1 L 28 i FH 4 0 HE 48

[0115]  2E5IRe4E & A R B ) 22 IR k5]

[o116]  AKRBAHARHL 78RR L G AN R IR 2 IR 7% o IXFE R T VA BRI I 16
WE o &TTEAERE, HE AR K A 2 BRG], e izl R e e & 20k — M, Wl e ik
He S 4G 2 MK, BRI 2 K2 RN E S k. WEEEWTTiEasE, 6,

BEEAT AR S 2 IR 456, AT w4 45600 , /et 5 2 Ik 454 e mT Lt
AHRRAIIIE o ] DAFEA B A MESCER BT — MEBER 207 AE R, AT E o AT, £ 77V
L, W58 KGR 2 5456 ER-a 66 Z Ik, B H A SEQ ID NO :18 Frik i 1R 7 F1 ) 2 K .
PLidett, WA R4S A ER—a 66 21K,

[0117] {3 FH A G VN (1) 40 & SCEE 771 R IV 2 TG AR — B, B A 2 S0,
6] 1= AT 34k 59 PAT [ A BORAE SO, & LRGN & O FETT I, “— R — ML &)
(one—bead one—compound) ” L 77V, AT SR AT 8 146 3% B & B OSC B JT V%, ] LS 2
Ao AEWVSCREETTIEAFEIRSCRE, HE 4 MI7EE T IK B R M EUN 7 F1h &3
% (Lam, Anticancer Drug Des. 12 :145(1997)) o AEAAUIH AT AFR B2 T & T SCEH
TrERIsEE] (L, B0 DeWitt 28 Proc. Natl. Acad. Sci. USA 90 :6909 (1993) ;Erb % . Proc.

Natl. Acad. Sci.USA 91 :11422(1994) ;Zuckermann 2% J.Med. Chem. 37 :2678(1994) ;Cho
& Science 261 :1303(1993) ;Carrell ZF Angew. Chem. Int. Ed. Engl. 33 :2059 (1994) ;
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Carell %& Angew. Chem. Int. Ed. Engl. 33 :2061(1994) ; #1 Gal lop Z& J.Med. Chem. 37 :
1233 (1994) ) o E i e ()78 £ G0 I AU A0 FE , 45 4, 4 T R0 3 T ) R T 5, AR A G
B I AEAA B 20 SR )

[o118] Ak & W SCJF v DL A7 78 T 6] 0 % W+ (41 2 Houghten Bio/Techniques
13 :412-421(1992)), B ¥ F L (Lam Nature 354 :82-84(1991)), & J LI (Fodor
Nature 364 :555-556(1993)), 40 & (3£ W & F| 5 5,223,409), fii + (£ H & H 5
5,571,698 ;5,403,484 ; #1 5,223,409), i #i (Cull %¥ Proc.Natl.Acad. Sci.USA 89 :
1865-1869(1992) ), B¢ Mk B & (Scott ZF Science 249 :386-390 (1990) ;Devlin Science
249 :404-406 (1990) ;Cwirla % Proc.Natl. Acad. Sci.USA 87 :6378-6382(1990) ; Fl
Felici J.Mol.Biol. 222 :301-310(1991)) .

[o119] e szt 46 4 O St M [R5 25 B b i A BRG], A T AT DAE e A I 425 o B AR i
G, e A S5 AR 2 I 46, Kifhe ARG 4K I 2 kG 7. B,
AL 1.8 BYCH B s ) e i bR A2 R, i T BBV EL radioemmi ssion B
Tt DN RR B R I TBC PRI, 3R o B, AT DA 40, B AL il T R R B R B s D R
Al B AR 1C B, I8 DN e 3 A A R R AL, R DR AR L o

[0120]  PASEABL 77 20, AATTRT BLIIE R ess (454, SRl ) AR B ) 2 k5 2 ik
A (B, AR PR 2 kR R A4S A B S HAH AR B ) 4G 1I8ETT. 1X
FE TG AZR 1 SE91 A2 M ER , A ShT — MERGR 24, Bl it 3 & 55 o AE—MRIE R 77, i i
AR B 22 IR s M, AT DAINSE IR e AR R B I 2 IR S ECAR I 456 (R e

[0121]  FE 55— AT, A% & WY 58 A 45, A3 AR 01 14 22 IR A i), A i k) 45 &
JERIRE 77 W B R, vl DA BB A N 2 il 1 5 2 IS & fE—MLE s 77, e
ALFEAE A K I 1) 2 IRl oA, OO0 G 3 Be 4 G Ak IR 22 ik, DA Gl se R -6 40 » 430l
SE TR A AR, AT BRI e A A 2 Ik (SECEAEEL ) [RER

[0122]  £E 53— ANJ7 T, I 2 A4, {3 AR & B 1) 22 R 42 kit 7, ARl 5 X0 s e (g 2, o)
BUEAH] ) AR B 2 IR E PR R

[0123] £ 5 —ANJ7 1, W 4, Ik g ae (9, FSEEhl ) ARk B Y 2 IR 1 79
BE RN oA R 5 e SB0E I BE A7 AR, Bk e sCB0E B0 48, %9140, FH ER— a 66 [ AF-1
A/ B AF-2 5 RN R RTEME . Rk, TR G 2 K, S AR R A 2 AR A # 5%
T A RSB B SR R 45 AU 22 IR o LA e SRy AL 5 AU R 22 IR — A 245 52 VP-16, HL
B H S im A S I B S e 45 i I B A 2 ke ARSI D). — R, IXFER Rl
HGEREZRERAGMEM, FEBEAMN T B3I+ R MERE R BT, AT 4 g
B gmbd r o AT LS FHVE 2 08 3, A, 00, I E0 S 3. Atih, IR T e
(19w b [X e A A TN AR i, 41100 Ot 2 B, BOR G 2 IRl ingt (O tE . —J7 1, FEAF
ERGHIRE OU R, fERR R 2 B IR FARAER gt X R IA 444 T, A BA Hximit
s RS 2 K 2 B IR AT, R e AN MR A S e . T4, ER-a 66 Z Ik
A/ BRERB 2 IRt DAAFAE, BAEH %I 5E R 2GR, 5 & secic (it JlsE] )
AR I 22 JOR R AT A4 B R AN T i A& 1) ER— « 66 22 IRB ER B 19 4% Syl PE A RE
77 PLideth, LR ARG 2 H TR, ML &AL T 8 3+ BB SOV To AT AT 54
BRI g bd 7 51 ) 2 B IR . Jo gk AT PRI, FIUH RS 38 AR 5 W I 22 B 7 8 53¢ e sk

23



CN 102504025 B OB P 99/35

T I EE TR, AT DAADFE B i AR Ok BH 1) 22 IR AL R 1A

[o124]  FEINE T, A] B8 7R ZE b B A AR K I 2 1K, & ECAE, BUA A, MERE 7 B 245 1)
FAEE AR —F B 2 Fh o+, AR BN e i B 3k 7E— A7 £, o] DLR
RS EE, K ma Wi, E&E R AR 2 IRaG G2 m b o, BAaH
Ik =S RE B Bl 6 22 R T DA IR B 20 4 e H IR B T i Bk (Sigma Chemical, St. Louis,
Mo.) BRAMEH IR - AT ER ek b, K505, FHAEGIT EAYE R &4
T (BT A pH AEAR BT ), BB RAW . HE G, 7] AR T3 E T e R
FL, LR RS A A 5, o B ak a) izt il & 58 59 B #l . fn B Ard . B0, Al
DAL BB s 250, IR 5E 455 7K.

[0125]  FEA R BHA I 126 D0 52 A, AT DA AT 22 IR [ 21 28 i B e HR .
WL, AT A EMNEETEM R EAMNE A, AT LS E AR K BB 2 IE . A0 A Ak
FrE SR (B, A& A5 &, Pierce Chemicals, Rockford, T11.),{fi A4
& -NHS (N- #20E — BRITBL W iz ) , 7T LA = A AR R BH I 22 JIK, g1, % B odk 22 K [ 52 4k
EEEEIAEMREN - AR 96— fL°FR (Pierce Chemicals) fIfLH . B, il LGRS
AR 2 IR R BB AR AT A BRI AL, RIS SR A RS AR K I 2 IR
IR . BT AR GST- e I E SRR LT VRS, /e X R & SR 77154
i, 0 se 5% e M 45 6 A8 R BN 22 IR B duAds e LA, et 440

[0126] A PR ELHEE I LA iz 0 e s )t A S HLAE AR SR 697 R I A
[0127]  YRITTTIE

[0128] AR B KB IT 23 0 S LB (0 77V %32 R R LA, ik A .
WA SCAT FH I ARAE “ B ™ 48 oAk PERE IR B — LB IR ) 32 0 B3840 28 B BUR SeBk
HA A IE 5 S5 B RE AT B B T o 9 EL B A5 T 3 e 2 [ B Ak & W 25 32 AR
(e R 24K ) S S R RE . IXRE I 08 1 S PR AR ME SR — A R B E, H
A0 HEFL AR AR Z B . — M I VPN 55 A S REIR , 1 08 52 2 15 A e,
AR R REVRITAE tHIA R o WA SCAT A ), ARE IR FaA7AE T 323 P R &
MRS o FEARSCH IR 15 0 A IR IR AL UE R VAT, & ARSI FI R A0 2 k0
(1) HCHST Jd it S [ BEA L & DB R S AR5 5% T (R 8 FRDIE DR () S 49 60 4%, 61l 4, JirbJed )
FEAER KA, FAEYFRICRIAEER & . EVFRIL2FAE T AT PG, — 22K,
HIBRERIERNRE. AR IL g R, 6w, Her-2 3218, M4 A RS H D1 Rk,
[0129] Ry e IT mT LA TR MR, B, P AR KR G HE a6 . TP R Rva 97, 1
FERZ R R R RE IR Z BTG, £ AR SO PR AR AL T R R i “ fa s ” o 1K 32 (RE
J7o AT B KRR fa s i i 52 103 R s2 i, 2 B S5 5mA R fali R (HlasEgds
I0) BN Bt E B A K EEEEE (A s sai v e ) FRFREARL
()52 £ 45, BRACT 11 / B BRAC2 FE R ) et 28 » 78 R AEA SCRTIA I 2 vl I FE P B i
A DVHATIRIT o FEREIRIR Z A IR R TT » AT BRI R 0 2 — FRPREIR 1 7™ = 1% , B8 A7
BRIEIR o

[0130] 7R L7571, %77 15— ods, (T4l &4, f5 &0 5 A M ER GGl A K
BH B 22 JOR R0 3% TR R ) 491 4, A FH AR SRk R 773246 ) kR o PIade s, S48 f k77 e
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GEOARKWRZ . £, WA R0 - MR . AR SR, “H % E”
T A AT 4B A I AR R B 16 22 BRI v P oD S e A R BEIR B A R E . —
J7 1 HAY ] RS A M E AR R BITuUE . iR, MHua S bE T 57, 510, 4
T, AT DT S e TR, 8 B AR R R S AR, BT DAY B 75 T
WA B AR (Lithh, Buik ) 78RR B RZ 7 TR A IR A% BORE 20 AR S L A 1Y
BB A AR EE T NI TTERARER . X EE BT B P SE B SRR B . 2,
AT DL L e 4 B B P 2 U7 ok O S %) 0 AR B 1 L 55 R i, B S I B9 5 5 I J e 45
filiZ AR R RO E A S AT Y. SRR A W] LAAF B, B, T AR
HI 2 BRI BSR4 B0 TRAMP A7 ( I0,, 1 3, Greenberg %, Proc. Natl. Acad. Sci. USA, 92 :
2429-3443 (1995) ) F1 T 78 FL e A 2451 i MMTV-Wnt—1 #5284 ( L, )4, Tsukamoto
%, Cell, 55 :619-625 (1988) ) , # 3 1 2A A A N i IR

[0131]  7E5—ANJ7H, A& 2 ZHRNAGY, Hrh 2% H R s gD
AR A 2 BRI 9mbs X 1 5 G DT . IXFER 2 R H BRAE AR SCHREDTER 2 % H R . ] DA
W ZUTERZ I H IRAE N RNA 2% 5 1R, BUE N & Be gl FIZR 1A RNA 2% H LRI DNA 2%
HERI AL, SN . n] DU A I — R 2R 2 % 8 L, 49, ] AYEAR LI T779,
AH AN AT A T DT ERAE [R5 mRNA 19 2 FHECHE 2 R 2 5 IR . B3, n] L—ifii i 2
BUE 2 P 2 % H IR, H A 2 B & B vk T UTBRAS R mRNA

[0132]  HIARSUATH I, A& “ 2R ER” BB KEMNZETR (TR AT R
A ) MEAE, BAR B FREE R DR . 2 A% E TR AT LA KSR R Y8 E 3
B3, BT AEE A BB SR R B R 4% ikl B AR Z ZEIR. WA
SCAE I, “ R GmA X 7 F0 “ BB A5 T 517 e 4% UL 22 A% R R IR I b [X o A AR S Af
FH Y, “EE mRNA” A2 FH 482050 [X m A5 (1) mRNA.  EEZmA5 X [ 526 2 , Bedmhs ER— a 36 [IIZH IR
%1 (SEQ ID NO :21).5" MEZEHERF) (SEQ 1D NO :20) 8L 3' MEZEH LT, 5% i
SR 9 guhE L H R 71 (SEQ 1D NO :25) .

[0133]  PLERZZH RO HEXUEE RNA (dsRNA) 2 H R . VIERZ ZHIR K 7 A FEAE A
HORAEA SCRE R — 25 8E, LB 16 2 30 MZHEIR, #1140, 16.17.18.19.20,21,22,23,24,
25.26.27.28.29 B 30 MEHR. H 54 mRNA JEAR FAHE, ik tAH R . AR seff A
(1), ARG “AHFE” F6 A XEEMIZ B IR P 5 A 5 B8 mRNA [OER40 40 R Z B R P 5. A3
fEHR, RIE“EAR FAHFE” f8A SCEERIT 515 58 mRNA [P FUAFAE 1.2 B 3 MZH IR Lk
1 AMEEBRNES, HRLNZERES nRNA FTFIM R G LERIX 1.2 8 3 MEHR
FRAEAE BAMOIZ IR . MUTER 2 % B IR & AR 1 540 mRNA AH RO SCBERT, 1.2 3 3 4
A HAMOIZE BRI T8 SCRER 9. Bl a0, i B2 21 MZHIR K, WHE T Ak
IR E R — MAEAZ TR 9,10, 11 B 12 &b, IR HER 10 B 11 &b. dsRNA 2R H R 57—
S, TEARSCRRRAE O SUEE, 58 XFEE AN, RiE “ TAN 15 2 AN 55 2 1% 5 IR SR e
XTHIRE ST, Horh — 2 H IR B BRIERS 5 58 AN 2 0% 5 1R b 10 0 i s g R s g il 2
X, M— N2 % E R LR e 558 A 2% E R LI SIER AT . TR 2 H IR
FHEL dsRNA Z 1% 5 B AHXT R 0UEE DNA 2 1% B . 5 520 A A SRR R SUEE
FERT L) B85 RNA 2 A% H B AT BRBE DNA 2 A% H IR . MU ER A, i FH PR e i 1 IR S A B
AN RZ R, 7] DAKE AR SCHE R DNA 731 8 FF 1975 51 AL DNA J72 13540 % RNA J3 3. e i
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AT, A B Y 2 1% 8 e 20 B g A [X () % 5 TR . AE DB R 3 I 2 % H IR 1 12
Ui, AU A, BT DLan I B DTER 2 1% B

[0134] i m] DASEAN PG AR R B dsRNA PR 2 1% B IR IO A SURH e B, — i it Az
P 1] S ) TR B X ST, o AR (1) 22 4% 1 PR AE AR IS P 22 W FRAE 45 K I RNA (ShRNA) o 7EA U
S SCEE IBRGEBC X I 5 [ B X X IR R o 2R RO AZ E R 5 E m] DA A, HE & HRE T
3 23 NEHRIIFR (Sui %%, Proc. Nat’ 1. Acad. Sci. USA, 99, 5515-5520 (2002) , Fl Jacque
4, Nature, 418, 435-438 (2002) ) .

[0135] LA 2 1% 1 IR BB 1 R B g ) [X 3R 08 (1) % S S 4 ), ARPEDTER . A A 2318
(R RR i, SN SE , VTR 2 % IR S5 3 mRNA 2478, - i 2% 20 JHa 1) P 470 4% R g LA A7) s8] 20
mRNA, &5 52, 3161 FH mRNA gt (1) 22 BR A 2R 1A I8 461 2l 0 =40 At A 48 mRNA F = 590
JUE: HH mRNA 4 A5 1 22 IR = 1R980 20, BRUM I I & FH mRNA 4 A5 1 22 R 1 3 PR 9 BEAEC, AT DA
TE A TN T ERGRAL X RIS . VIEBRZ TR ] AMFAE T 8A . JLUER 2 % IR th n] DAE
N2 DGR EAN) 2 % B R AFAE T 8k, A aE— DM ERT LA R IE, LA™ 42 dsRNA (1)
A SO SURE, BUVE R & A SRS IR IR R OCRE I BRAN 2 % B B AT A T Bk, HomT DA
Fik, LA HA dsRNA A SOM R SCEERT RNA 2% 51

[0136]  fif ARSI A0 H O AN 77323, v DAV DTER 2 4% B R 461l 3, 8 14w A5 X AA
TEBRTA, AL RDTER 2 B R B AA FTmRNA [ R (37) FELE 16 & 30 MZ
HIR P UL R 2 - B IR A BE . (%1% 2 2% B R A2 FH T DA DA 52 HLRe 75 PRI AR % )
2R —MREMZIZEE . k22 R LS T fednbd 2 M X8 367 T mRNA
15" 83" AERIRX PR . LIk b B Lk, 2 1ifkik 2 ZH R, VES 1.2
o 3, itk | MAEANOIZEER . He T rid R ARSUR C A, Hw i T St R P
W GHR . VIR ZZE IR LA, HA, 7247 SCEER) 57 vm L A 5. AA PG . Rk 2%
HERA AT DAL E 1.2 BU 3 MZH IR R i, — e A SURE R CREBL =8 37 e — %,
R AFFR B HE (B0, BLAST) , ik e 2 1% 6 82, LK ot 2 4% 15 1 7 71 Al
W FF . BT HEHE, —BH BT e SR - SL4RA0 X AL mRNA JE BN BEAR IR LL . 24
Ji » T DA AR O e 2 % B IR, LA B e A& B Redlil A SCrid M 2 ik 2z —3RA
[0137]  J& %, MK Rk 2 % B IR T N e RIB AR I 1) 2 IR B9 40 i, S AR s 1% 2
A . n] DRS00k 2 A% B R, R SN RSN ) v, i,
FLIT DNA/RNA & BACHAT A e A B A% H BRRH A T3 () RSP i 70 A 7 D 4 R 7
ST AP A RN o ARSNGB 7T A AR, 5 0, A3 F AR o 40 B 2R G TR R PRI B R IR B 1 4
HhEE

[0138]  JEIMERERAD (%I 2 % B IR M S AR T NAIHL, i n] DA &R IR 2 I H IR . XA
FRIAE) A AR AT L 1), ELELRR09 T, BB gm A RN R IA (5 3% 2 I IR A SCBE AN S S Y
AR, A REgn AL ik 2 I H IR BUE CBEA I SCHE /) 7P 51 1) RNA Rk &, BTk Fe 21 ) 2
AR 32 (0 35 5 51, 49 40 RNA SR8 111 B 507H1 RNA SBA W 111 &b+, e 55
RNA Z % HERIIAE" . U AT DU BRI BUA R Y 7] DAAE S A o Ul (s ik 2 4%
1

[0130]  HiPAirfide 22 4% H L A& 75 Re S AN AR STk () 22 ik 2 — B IA 1A F I, ] BA
AR ZZE IR T R mRNA &, 5 A AR 2 2B R A R 28 141
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FRLART EE o U E 20 i P ) mRNA K (1 75705, Je AR ST L AN R I . IR AR T VA RS
& RT-PCR. FHT-4 14 mRNA ¥ 5| )RR 58 564, AT mRNA A2 4k, B AT LA B BERIHOAR A
RE G E . HE T8, B0, RNA B RIRES 24

[0140]  HIT VAN Bk 2 4% H R 2 15 BRI AR SCRR I 22 Ik 2 — IR IA BIPE G e
THiEAFE IR 2 K. 0, T DA A I 5 SR U & FH mRNA ZmA5 1 22 K 1 &, BN & FH mRNA 4
W 2 IR TE PR PR . F T8 2 Ik E R 77645, WEAE T S A g2
BRI 20 i P 1 22 B, 15 AN 06 22 11 IR 0O A [R) SIS 2R () 2 A % B o 8 2, AR R B I Bt
AmT DL T an g A G BV L S DT UE B S A Ak 5 o X AR SCRTIAR (1) 2 Ik P ) R —
PR HUARES B RIR. 9 n] DA se Il & AR R B 1) 2 Ik — RIS PERRAR B 757
lo141]  RX5fl&

[0142] AR EHIRME 7 lE, HEA 0T DO TA K 0 5 AR 70, Brid 75154, 4
1, e A A TS B SRR AR R I ) 22 IR o IR AR IR & ] DA A B A M R R AR R B I oA
R22 A A ] DO RE ) S T 5 A Ak BRI L6490, B2l &4 .
[0143] AR R EENPURIR VRS RS 0, B2EM R T DME SR 215 5. 54, &
BT DU SR AR FRAE IV T, LA 8. ] AFAE 2SR A 08 A R 1 S2 614D,
B, 903 Bk e B AR . AT DU XA AL B b AL, DLIEE o AR (] A0 2 R KRS B

[0144]  FE— s, AR SRAE T — Rl &, A Gk, fefr R g S A K W
(2 BRI EE — BUAR, FIRESF R4S & BR-a 66 Z KIS —hiik. W&l DTk & H
‘B S, BRI R LAY B BN S ES

S5l

[0145]  SEHEMH] 1

[0146]  /NEEEE -1 BAEA A R I F AR ER- a R0 A 30 e s Hl
B AL

[0147]  f# M Harvard Medical School [ Dr.Philip Leder H)SELS =15 3|1 B IR H 1
(poly—A) FEFRIW LSRR FFEAK (RET) (Ishida %F,Nucl. Acid Res. ,27 :580(1999)) , #ll £ T
ok EIEH AFL5 52 MCFLOA 230 i 1 40 Mo v e PR 2 DR — 3RS0 o fRTTT & 22, iU I B
IR R B A TR SRS, DA Ak S5 70 D Re AL (R, i v e AT AE SR A0 e o R SRARIRAS - 5 BT
FESZARAIA 3 2 B BRALME 5 IS, B0R T “HIRI 7 ZERM D e 8 23R . /£ RET
HARP S T3/ GEP cDNA, RRVF/ETE AN ML 25 2 Hh i f i SR R R ) R 1A . fi
FHE 7 RET B4 IR0 4 S 5, S84 MCFLO0A 4l . AR5 , I 4 e ) G418~ Fitk, LA T
— HFR) MCF10A 4R . IS GA18 1eF% 3 Jal Jo, = 7E “H IR0~ JE DR i) P U 14/ 3
T T [ GFP RI&, R fG 15 HF G418 HUPER GFP RIA L fE . ZSCFEARFE 3x 107 1))k
Gt v, Horh RET BARTIR 1 Dy RE 2 DR 1) — A S5 A L A

[0148] LA A B A g 00 v 12 1 2 DR ) R TR 3% 2, 208 T Ak 9 R B I3 15 1) MCF10A
M. HEAT IR N v B SE , IF %00 R B IR1F I G EE AR AR (R AL R B ) — My
Ak ) WIFEEDR - FEFR A 40 Mo SCEE R4 . FRIT 100 DR E G418— FuiH A 4 B SC 4 i BH P T 7%
(=30 41 ) Be/EBEET AL, MoEA MCF10A 40 ANEE. 705 20 4o vlE, ¥, 48
JEFE R R IR 3 A, 2B & A IR M +10°M 17 #F B (B2) UK 4% 17
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P 5 W B ) I 77 S FL B D SR [ R 2R . 7 B AT I BEAE 5 AN A B2 BB T T R BAL N
K 4 AN TR (STL. ST3. ST4 F1ST6) ([ 3) .

[0149] A 3" -RACE, H: o VPR 3R AR EN A7 T IR (1 40 B AR IR B R 2 2L 22 )
[¥13" mRNA JP 1, oF v BV 71 [ [R], 1228 DR R <= 3 35 MCF10A 41 a1k . A A MCF10A
M)A, 72 T IEMERR S 5% 5. JeFE I RACE 77327 AL I 2E46 K PCR v B, R
1 FH BLASTN #8128, SR 19 2 N vef (ST1 M1 ST3) f DNA 78 AH Rl TT e A T e fuddk 7 _E G/
FEE -1 (Cav-1) 4B+ -3 /T % (GenBank B0 5 XM048940) . %45 REKH, 7/EE /D 24
TR T Cav—-1 FEERLAIER . BT Cav—1 LIAN, AR REAR, 657 2 M HE
[RI5ER o 75 TLFE ST4 F Rk 3R R 2 R /& SPRR1B (GenBank &0 5 NT-004441. 5) , B 5 M JF ik
MRS AR ER / /MNEEE - 8 ENEAFRERN SR . KH Wk ST6 [ 5 —
AL HEE BT LR (GenBank 305 6599139) , A &0H I RE

[0150]  7F 3% Z% MCF10A 41 fd 7 4 Bt Cav—-1 & A 7K F, LK Cav-1 (IR B K 2B
5 cav—1 & R # 3R (9 40 J A BE K. 2 B 17 B aR 9 4 AN 40 B 5 R (STL1.3.4 F 6) Al
MCF10A-Ha-ras ( #% Ha—ras ZAFAKELAL ¥ MCFLOA 40 ) . 5 3E A MCFLOA 40 g i 7K “F4H
bt Cav—1 E K NITH BALATEIZ) 1/2, 8 A B Hr FRESER (B 4) o iZ50E
5V A cav—1 FEEI B — D IhEE SR FIAE STL A1 ST3 2 e th A5 T RER BRI Y Cav—1 Kk
3 XEH, TR PR Cav—1 BB L, & S8 E2 BB %5
HEHE, Cav—1 BT, 25 H ST4 1 ST6 40 1% & R AR 5 AR AL .
[0151] AT #i5E Cav—1 BLAHAA B PR MEWER — M40 i AE KRB AL BLEE, 16 2 I
REAL I ER-a FTER-B HIRIEAK . KILFTA 4 FhEE AL 40 i ve B AR RE L] 5
Ha-ras $E4k BI41BAH 24 I 7KF, 94 BR-a , i 17 MCF10A 4H g A1 HBL-100 4 ( 55 —Ff
IER AL AR ) , RISA TR IAKEH ER-a (& 5) o 7EATA A4, ER- B
FKIBWH AN (B 5) . ZEIER], ER-a FeIAHE0E, B X B4k 1 40 i i s
FESHESNITREE LSRR - A iAE K. AT E 4R, Ha-ras H4LHI4
ML ER- o RIAMIBER RS 545 S BE (Shekhar %%, Int. J. Oncol. , 13 :907 (1998)
M1 Shekhar %%, Am. J. of Pathl., 152 :1129(1998)) . %45 %W, Ras/MAPK @& /% % 55
FR-a FRIAANEMEBRGSHES.

[0152]  H IR — 45 R O BUAA, ST K 25 BRK1/2 OB B AL AT, i B 64k 1) 20 i
H (%) MAPK 3 728 R0 o I ERK /2 7 BT % A A 48 M mh 2 1 A2 b HL2H RS B M B PR A 1
{HAZFE MCF10A 4ifs A2 (Kl 6) .

[0153] &2, XEHR R, /£ NFL IR K it #EH, Cav—1/Ras/MAPK i 22 5 ER-a &
K, IS MRS SR IR A UME, CURIEES L 40 Ha 35 .

[0154]  SLJiEfs] 2

[0155]  WEBIERZAE o BI—AFEMEL (ER-a 36) %5, ik RIBFRLE

[0156]  7F bk TAEM e, {§H 5K E Research Diagnostic, INC. (I KER$FT -ER-a #i
W (FilE H222) , 75 85 A B 3 By R 2 W82 31 3 MR E 467 (66—kDa46-kDa Al 36—kDa) o
H222 fi 4k fe iR ER-a [ TCAE — 45 & 45 4. N 1 HEFR 46-kDa Al 36-kDa &5 1 5% 7
#& ER—a 66 [ P& g 7= 90 14 vl ge Mk, 0 DA AT HOE BT 7~ 19 (Abbondanza 5§, Steroids, 58 :
4(1993)) , 1 F 2 8M IR 1) G2 i, 75 35 37 T AR 2L Al 40 i, FF3d ik 25 (1 B 43 A i A7 0

28



CN 102504025 B OB P 97/35

o 7E Cav—1 BAFAA E RI4HH ST1 AT ST3, FIMCF7T FLARRE4IA . fe 75 Z il 523 3 A
[FR s (B 7)o IXEeEs RAR/RE A Rk Bk H222 R S ERALIY ER-a RIFRAY
fE1E.

[0157] B TR R, K O 4 7w T ER-a [ 46-kDa [A Fh %Y, H 8 & H ER-a 66
(R AF-1 &5 A8 43 1 3 1 e IR0 (0 3 4 6740 1 590 /9 B g (Flouriot 4§, EMBO J., 19 :
4688(2000)) . JR MR LB M TR A IEW AT 5 MR cDNA 3L (RZPD 7 fE 4% 5 -
DKFZp686N23123) I TLf&, Hifr#5 5. 4kb cDNA. 1% cDNA FLfE#EH 310 AN Ll ] A, H
g EAT AT &8 35. TkDa BIER A . AIZHERT cDNA [7 %15 ER- a 66 JE [ 1) 4h
TF 26 [ DNA J7 %1 100% UGS, cDNA 115" FEFHEENX (57 UTR) RIS ER- a 66 J:HI
F—NWET DNA JFF 734-907 1) 100 % FYRPE (ER- a 66 JEF ¥ 34, 233bp SE— A& T
(R EE— AR FRAE 1) o (Rl #1A ER— a 36 [R5 3%42 A\ ER- a 66 ZERISE— PN & F
() AR B A %00 1 J8 3461

[0158] K[ ER-a 66 S — W&+ 734-907 (171 AR Gm b 1981 40 B 7R AE “ 4b
BF U7 RGBT 1 HE S ER- a 66 Z:FIRISMNEF 2, F- A ER-a 66 J: [ ) 4h
W 2 RN SNEAF 6. RJT, KGN E 6 BIHERIA T ER- a 66 F:[F Tl 64, 141bp 4T
¥ (GeneBank it '3 AY425004, IL3K 1) « Bedmhdi ) 27 DMEIEERAN 4, 293bp 37 FEFIEX
fK) cDNA JE 715 3k & YLtk 6¢24. 2-25. 3 (GeneBank & ir 'S AL078582) | (1) vi % RP1-1304
(B DR 20 e 51 () 42 7 1) 100 % DTED, AT BHIZ08T ER—a [RIFHAL K0 R cDNA 331 & M Az
T LARTHRIE ) ER—a 66 FEPR N IFI—A 4, 374bp AP Bk 1. R, %405 FRRAE S
+ 9, DUR Wit ARTHGE R 8 AN BRSNS B (B 8) o it S H B4 Ak
)56 38 BT B (AR MISZ AR, SCFF 1 Prf X S8BT e 34 . B2 ER— a 36 A] LAHHAL T 58 =AM 4h
BAHH5EER Kozak J7HIAE, BIA T4 ER- a 46 (ARG Z S+ (Flouriot 5%,
EMBO J. , 19 :4688(2000)) » ER-a 36 5 ER-a 66 [ [X FZET, Stk SEym Ah 45 fy i AP-1 Al
AF-2, (2 R EE T R4 DNA- 255 A1 R S e AR — 45 G 4538l Bt B A BN IR
27 @IEIREE M, LA AX H BR-a 66 AN E+F 7 F1 8 bl i)n 138 MEER (K1) . 1
X H, ER-a [ i R R ALFRAE ER-a 36,

[o159] R #E 4 7= W AT & 19 U7 vk, A A M A BB £ RNA il & %) Marathon Ready
cDNA (Clonetech) [ PCR, BEIBE4RHE ER— a 36 [IAIHE . HEHE DKFZp686N23123 (1] cDNA T
T, et PCR 314055, 57 BIWRAE R EA EcoRI £ iK1 5 —CGGAATTCCGAAGGGAAGTATGG
CTATGGAATCC-3" (SEQ IDNO :23), H 3’ Fl#serE Kui A BamHI £ 511 5" ~CGGGATCCAG
AGGCTTTAGACACGAGGAAAC-3"  (SEQ 1D NO :24) o ¥ PCR F=43i4T 1 % B GRS 0 HL K,
A2 BIFRHAMT 1. kb DNA A Bt (B 9) . 4ifk DNA B, A EcoRT Al BamHI JH 4k, voF 3k
pBluescript #f& (pBS-ER-a 36) , H 54T . FHIZRIHE S cDNA FifZE DKFZp686N23123
%) 100 % [A]— 1%, Z2 B ER— a 36 J& ] LA 5 — Bl >edli ve B 1) ER— a [RR AR AL IR RIFR Y . 5]
10 7R 1 H A EEHE G AG I S (1) 2 2L R 7 51

[0160] {3 FH4 4 ER-a 66, ER—a 46 F ER— a 36 FIFILE AL, 76 AR 293 41 i o 34T %
Ik e 52 , DL 50 1) cDNA J2& 75 BE A2 ER— a 36 85 [ o 13K [ 1% L4 e i 40 o A1 MCF7
SN 4 A0 W SR B HEAT B BRI o A, FLrb B e R A4 H222 BT X ER- a (0K - 455 45
F18, (Abbondanza %, Steroids, 58 :4 (1993)) » 7F ER- a 36 #AREL Y i 4nin, A ik T Re b
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H222 HiAk R A K 36kDa 5 (B 11) o« ZE A KR/, MEAGES5EE X ER-a 66 [1) B- 4514
I HAR H226 R B, LA R ANRE SR ER—a 66 (1) C— K 414k HC 20 [ 5, B ER-a [
P/ ER- a 66 [ N— AR Fl C- K, M S35 AF-1 Fil AF-2 MR 1 ER-a
[0161]  fEER-a 36 t5 A b, AT — RIIBITHENIE R - FindMod A1 SCANPROSTTE Sy Tl
T ER-a 36 F1 3 AN IEBALAT AT, R e AT ReA TAME M. iX 5 k- ME4R (PSPORT 11) &
A3, R THIN 21. 7% .34. 8% . 17. 4% A1 26 % ) ER— a 36 43 547 T 4% 41 i Rk
MR IXEIRT ER-a 46 FITRINZEAL (7542 26. 1%6.30. 4% 17. 4% 1 26. 1% ) .
FH M, 73.9% 8.7%.0. 1% M1 17. 3% ] ER—a 66 H. A5 A% EL 3. PR, ER-a 66.
ER-a 46 Fll ER—a 36 [7 22 5 (1 [X 2 AL, 3R BH RN 32 AR 16 Zh B o7 kU 3 224E T AT e A2 AN )
iR

[0162]  JE/EA T ER-a 66 JHEFFIE — A FHRIFESRIS ER- a 36 FIERMHEE R 5/
M X F, BT THHEVAE R RO TATA &55% A (TBP) A HIAL T cDNA ELIAT &)
3%, BHJLAS SpL NF-x B Rl Apl A4 s T 5" MEX (K 12) . /EER-a 36 195" [
X, %9 T SRR MR R IR o (BRE) , W] ER-a 36 REHEAT B2- M- SRS .
[0163]  SLjiEfsl 3

[0164]  ER-a 36 /r'3fiK — BaIMEEER(E 5% %, IAE ER- BIPEMFLIE HRIE

[0165]  J5ik

[o166] 4% 7=, A20E M4 R 157, FIH E2-BSA-FITC AT IR ic . MALT Detroit,
MI () Karmanos Cancer Institute, {32 MCF10A 40, 37 M ATCC 153 A JE'E 293 44 fg 1
BT A FLIR S A . 7B Y A A SR B, 75 37°C 6% COAUR T 4ERF T A4l N T
ffy S RE Ak B 2H ER-a 36 MR 4 g, DA [x10°4H il /60-mm MLY% 52, % °F iR HEK293
MM, 24 /NEFS, /8 FuGene6 #4155 (Roche Molecular Biochemicals), FH HH E.4H fu i
B (CMV) Ja 31+ 3K B ) ER- a 36 RILBARFE G4, WK K B pBS-ER-a 36 [ ER—a 36 ]
1. 1-kbEcoRI-BamHI cDNA Jv Bt i kil AL 2 )R I8 B4k pCB6+ [ EcoRT 1 BamHI 7 &, #)
##FR-a 36 RIAHAK ., OB 2 BAREE Yeit ai i, DL VEXTRE . #6345 48 /NI, B3 Al AR
209, I 500 1 g/ml G418 (Invitrogen) IEHE 2 i . 3813 20K R GA18- HPE I 4n
MaFEAA, L= A Tk — D i 4. 2 7 AR ICRERIAE 4 ER— a 36 7% 52 4H M 1 41 iy
KM, 7E 4°C, I & 2 E2 B - ~FHEIAMRES [0 1 uM RER AR KL (FITC) - ARit )
BSA (Sigma) , 1040 15 48T, 75 i il £ 1 4 % 2 S R EE [ 52 , 3 % DAPT ()3 A%
AT EE, DU T BTN

[0167] AR A BT 253 AT 40 e s, AT MTT U5« AbEERT, 7R &5 F 2. 5%k &
5 100 e VR B 1 i 21 IS T e My 4L 85 3R b, B3R 4D 48-72 /B, SR U5 F PBS ik, I
BTHEEN TN EME & A 0. 1 ug/ml BSAFIS ug/ml fR S IR FRAE T 12 /6.
5 37°C, FE T ML (135 77 52 mh SR AR 40 B AN R R B TR B o AN TR BB AP S = 2 T
H Steraloids Inc. . BSA-E2B W H Sigma.

[0168] X T 3-(4,5— — FF L MR Ik —2— 3 ) -2, 5- Ik 2K 2 PO e 4 s Ak 4 (MTT) 0 52,
W B F AN N 96— FLEF FRAR (RS FL P, 2R B IX10°A i / FL B &K, JRAE 37 °C,
T CO 3% 3% 46 o0 85 3% 24 /NIF. % & 4 10nME2 B . 10nM At 3% 2% BF 40H- b 35 # 2%
B¢ 7. 2nM UO126 (Calbiochem) [f1¥5 3% Z N AN BEAN LA 48 /INBF e WA = i #EF 1, A
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CellTiter96Aqueous One Solution ZHIEFEHINE X & Bio Rad) #E4T MTT ME.
PR LAY (Promega) KIS AE 490nm FIWR AL

[0169] M2k EIME. W Marquez ZF (Oncogene, 20,5420-5430 (2001)) Bk, #H4T
Y5 G5

[0170]  SE FHERIE 3 #r, (42 S 5 e b dk o T 82 1 EdE 40 B, A RIPA 2 B e 44
8, 702 3 B P T, FFAE 10 % SDS—PAGE B b 4318 o HLK i, o & (1 #4675 2 PVDF
Bi Millipore) o A& MHUAERINGERS, JF HIE 4 HRP- 2 A 15 —Pifk (Santa Cruz
Biotechnology) A ECL iA5f) Perkin Elmer Life Sciences) 3.

[0171]1  £F*%FERK1/2 (K-23) HIFi4EM H Santa Cruz Biotechnology. F T 23 MAP i i
BRTE B BUA B FERER AL 3 Mek 1 A1 ERK1/2, HIJH Cell Signaling Technologye
KB PL -ER-a HT 4 (H222) W H Research Diagnostic Inc. . COPB(Y-20) HJ T 44,
mSin3A (AK-11) f15" ZHEHERESE (H-300) W H Santa Cruz biotechnology Inc. .D4-GDI ( 73
% 97A1015) Mg H Upstate Biotechnologys

[0172]  fEf 5, A T 2 ST -ER- a 36 Fiidk, HAT X MR ER- a 36 JH4 1) ER- a 36
C— R X I a5 16 DM BRI & kPR (Alpha Diagnostic Inc.). AT ™4
HUR I A IR RSB AR, 2ifb itk . I8 D& AEABERIE NI ER-a 36 [ ER—a 36 KX H ik
B YLy HEK293 2 rh, M T HuAk ke e o S 2 6l e R B, N AE B ER-a 36— &
IR FRAR ) B ) 2 G-, 6 U 14T —ER- a 36 HUAR I 7098 I B 5, (H 2 fE R R AL sl /D C- K
Uiy 1) RAZAA ER— a 36 % Ge+ A Rl 21, B ER- a 36 PiAf e i fEFr R i o

[0173]  DNA %% JeAlms B 2 o X T Wiy 4 4u il g , A 4 Ap (subseed) £ 6 fLILH
Y] HEK293 4H )L, AETCBYZL 15 2. 5% FoR A A% A A LS 35 or 2t th AR K & 60-70% 10 & o It
BN, JFIL 50 g UKL (2 1 g 75 BUKE 2X ERE—tk—Luc, BAJZ 1. 5 v g RILHAK pSG5, B
MM 1.5ug pSG hERa 66 B¢ 1.5 g pSG hERB , Bi#%M 1.5 g ER-a 36 RIAH M) Ml
FuGene6 37!l (Roche Molecular Biochemicals) BR|#s 4, &4 2 /& T IH 50 o
B L ERE (RSB0 52 1 A2 JEDRIY -331 % -289 [F51) ) 4R Bk (2XERE-tk-Luc,
M Katarine Pettersson 1 1, Karolinska Institute, ¥# 8L 18 2] ). 4 M Katarine
Pettersson 8 £13 25 H ER-a 66 f1 B IR IEHAL. M Zafar Nawaz {8+ (Creighton
University Medical Center,Omaha,Nebraska) 5% ER—a 46 IR IAFAL ., EMEFH LR
Al T 2 B, AN E2 (10nM) AbZR4HA 12 /N AT A2k B Promega 48 1 28 BN 52 X
G, AT E S CRBFI T . [EXRE T 3 AN R st IS ) P IaME £ b .

[0174]  RNA 2 EUAI RNA ERZE 9 M. AR B UL, £ H Trizol (Invitrogen) 735
TS GH I RNA. G HLUK, 7E L 2% T/ RIS RS 10 1og & RNA, FEEIEEAE JE TR
I8 (Hybond—-N, Amersham Pharmacia Biotech) F. fFEIIFTIZ4AC 1 /NI, JFAFE 65°C, 78
Quick-Hybridization J&¥ (Amersham Pharmacia Biotech) F1Z¢%Z 2 /INif. REHE 5k
4 ER—a 36 J414 ) ER—a 363" FAEFHIRIX ) 410bpcDNA J B, A1k 4 BD Clonetech ) B - AL
BN DNA R4t . FH 32P dCTP Al Rediprime TT DNA FRiciki#& (Amersham Biotech) 4
0 DNA 8%t [ HIAE —70°Ca i (3G B85t , AW ENERUR B W82 . RIS R B9, IF FARIC )
B - WLzl F DNA 4R & FFHR I, DAIESE 55 8 2% %o

[0175]  FLEJE AR AN Gz 2 340 2 5 o AN FP BTN 803% % IR B s 22 RHS 21 A i - 4,
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M AFLIIEIRA . RIEAEF=R AU, i UltraSensitive S-P ikl Maixin-Bio,
), B AT S A A e et Horh o ) 8 A ER-a 66 % 5 1 1K) T4k (LabVision
Corporation, 3£ ) Ml ER-a 36 KL HUEIE N —diik.

[o176] £

[0177] R 73— PUESE ER-a 36 J& ER—a 66 [ RIR A FIFR AL, XK B B I 1
4 i 3R MCF10A, A1 ER— BHYERFD — BTERS (R, ER—a 66— BRI — BIPER) ) LA 40 i
(1) ish RNA 34T RNA EZE 43 B 3 ] RT-PCR 757, HIARHE ER— a 36 Sh4 1) ER-a 363" FERAIE
X Bt 51 % (57 GCAAAGAAGAGAATCCTGAACTTGCATCCT (SEQ ID NO :26) A5’ TTAGTCAGG
TATTTAATAACTAGGAATTG (SEQ ID NO :27)) , & & DNA #R%t « RNA B35 43477 %6 BH, 7 ER— BH V(K
(B, ER—a 66— [P ) FLIRE 40 MCET A, 25 H 1 Al v K/NA 5. 6kb B HLA™ ) mRNA,
{H 21 MCF10A 4lifa kA (K 13) . A AEEHE, ER-a 36 H7E MDA-MB-231 4H il R iX,
J & A AT R AN ER- BHTERS (ED, ER-a 66— BHMER ) AIEAER (K 13) . iZ8iEER
i, FEFLI S A e, HE 2 AEBhD ER-a 66 [FFL IR A, B8R IS ER— a 36mRNA [ 7Ll
NANIEE S/

[0178]  ER-a 36 Re#Ifl &5 & AR - AR 45 S AR 1) —ER-a 66 F1 - B 1 R R BUIE TS
PEo FATE GBS, S AF-1 F AF-2 S5 FI80) ER- a 36 j& 5 Re IR B AT 44 05 k. T H
e RIS HOLR M IS W AR, HEA 2 AN T 88 B0 5 3h -+ F 0 MR e B o
(ERE) (2XERE-tk-Luc) , 7 HEK293 4 Jid i R AT o i % Ll 5 o 36 9% HEK293 4l &R, & R
PLRGIRIE, ER-a 66 [ AF-1 Fl -2 A& /E HEK293 40 i i [ RE R it /E ] (Denger %5, Mol.
Endocrinol. , 15,2064-2077(2001)) . W 14 Frox, BATR I, 76 FIEAH E2B F1E T,
ER- a 36 3% LI H P28 [ 5E 5E M, X 5 BR— a 36 S/ 36 S5 A0 45 MY i R IRAE — 3. 4R
Ji, BAI MG T T ER—a 36 £EH ER—a 66 ) AF—1 H1 -2 Z5 MyIs A 5 i 4 5 S a0 0% 1k o £
WA ThRE. fEAMKA E2B 4746 F, ER—a 36 [HLRIK, S EUHNH] T ER-a 66 [ R B
SEE () 14), %8 ER- a 36 BEHIHI FH ER— a 66 [ AF—1 Fil -2 LE M 511 5 W05 V6 T
1M H., ER—a 36 taeil] ER- B [T Fo A4 B AAS R T B 1) I SBs v e (B 14)
[0179] ER-a 36 RN - BAIMMER R G 54 FE%. DATMIRE LR, E28
fE I 1 MAPK/ERK & 42 (19 i 3 3% 4t (Razandi %%, Mol. Endocrinol. , 13, 307-319 (1999) ,
Watters 2§, Endocrinol. , 138,4030-4033(1997), H1 Migliaccio %, EMBO J., 15,
1292-1300(1996)) « A T € ER-a 36 &5 2 51%1(5 51k T4, WAEARRKIE NI
ER-a [¥) HEK293 40, #4137 1 BeRiA M ER—a 36 MAR e 4. F AR & IR Fim A
otz (FITC) - 83419 E2 B -BSA (E2 B —BSA-FITC) , i5 & 4= ¥ ER— a 36 #4 4L HEK293 4]
M. F E2 B -BSA-FTIC, Z[&l#iAr i ER— a 36 #& JL 4N fu i 4 fu R i, HASNH E2 B -BSA-FITC
Fric S BAR YR B4R . MBS E2 B (10nM) Ab 38 & Fhik ] K B2 i PRI 40 B, il
2 AR MR o eI A AR T AT AN RO T B R A TR A IO B4R 1K Gz 38, Y = ERK V54K
75 73 A, 78 FH ER— a 36 SRR BAR R S 40 o, 22 B RF 424 45 738 1) ERKL/2 IR
AL 10— R538N, (H & 70 28 BAREE e i it FEAN e P 38 (& 15a Fil 15b) o {H 2, 7EIX 28
ST HEAH e, IS (20%, 10 43-%f ) B2 0% ERKL/2 ( [8] 15b) , % B MAPK 13 S4% S8 211X
LA o B SR B T HL, 7E ER- a 36 B GL R4 e, XF B2 B WA M A BRI Mekl, HP
RERA IR AL AR ERKL/2 e (&l 15a) o« N T3t —AESRE - B3N HERR S 915 36
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W& ERK1/2, 38 B2 B -BSA ( AFEIT LA E2 8 ) 4bHE T ER—a 36 L 44, 1&
E2 B -BSA AbFE A4 e b, USR] [ ERKL/2 BRI B SR ZLE AL (& 15a) .

[0180]  ER-36 &3t HH AN [ MW 22 AHTHE IR 25 W3 MAPK 15 545 S IE A MTE . &
ATEFMERR (E1) \17 8 — M —BF (E2B ) 17 a — i —F%¥ (B2 ) ME=F¥ (E3) BUMEPIEE (F4),
AbFE ER-a 36 B QL[4 10 25, FERISE T E1 BLAM BT X e 8 22 # Ae LAAE 1 2540
(%) 7K 38005 ERK1/2 Rk, 38 B ER— a 36 7] DL AL ZK SR ) X 2e s R (1] 15¢) »
G, BAMESLIS A T PUEECER 20, S FEh 52 & 25 (40H- fh 5555 1C1-182, 780, LAY
B ER- a 36 /- FIIMEBZER (G 5% B2 TR AU, {25825 A0H- fh 32 & 25 fak
Pt - BEBZ 2 1C1-182, 780 ANGEFH T FH ER-a 36 /- 11 ERK1/2 yi&fb. #H e, 5 5l
F2B8 N SHERMEL, ZEFHHEERE (K 15¢) » JHHIA | uMAbTEE LS (7] RIS
1L ER—a 66 F1 B [{¥RSE ) Ab3E ER-a 36 & Y4t furt, Mg 2 T Fraiiit 8 /Ny 15E ZU Y
HFF A ERKL/2 354k (1] 15d) o AHIZ:, AH RV BE R A 55 8 35 70 A 25 30 A A G () 5 B
293 AR RATER

[0181]  ER-a 36 Be41-F B2 FIB 4N Bl . v 1 3 — 2D ER- a 36 /1 T I MEB R TE L
() MAPK 38 42 42 75 o] DA B A G S5 545 5, ARG & T IR - BalfiEsERG 5%
SWIEEE TR E1k (MAPK/ERK 15 546 SIB A T IR NA ) WIREST. FRAVEH ERK- M
PER GAL-E1k k&85 2R, HEHBIA BIA E1kL 19 ERK— J52 R 11 1 i 2 800 45 46 48| f
BEEL LR GALA [1) DNA- 45 & 25 M3 2 A, BRI 4 4 1 RER 3K ER-a 36 (1) 293 40, JF/Ef
E2 B AF7E R, I & B X0 GALA- 45 G4 15 FE R g Rk AR VG 14« kP FE (R 2 BX Gal4-LUC,
HI & 5 A Gald DNA 567 s () G IHR 5 Bk, [ FHAHTR B - P E IR L 8E
M il Jeri g . e OLa, F A MU s R 4L FR AR R ME R R R 2 36 /NI, RS NN
E2B (10nM) 12 /Nif o B bRiE 2 el G Rm B ARG 8T 3 A — P AT 5858
ER-a 36 % YL 41 M MEB 2087, 2% S Blk/Gald B4 8 1 — A S 0040 45 5L 08 1 e 8
T2 2 538N, i B2 B Rk A3 A i e B BR AT B A (1) E1k/Gal4 Rl G g A 4 sis
BHERH (K 16a) .

[0182]  FAMVEEWA T ER- a 36 J& 75 7] DA T HERCER — FIS 40 M e . i MTT U 52,
VAN TAEAFIBEA B2 B 47761, ER— a 36 %5 G [ 24 i Fi 5 REAN M 3551 . B2 B Ab 38 A )15
ER-a 36 % JL {40 M A 345, 1T B2 B X FH 25 RIS B G B A B i A KA B (K&
16b) o A S MEBCER 2, AL FE fh B 25 R0 40H- fih 55525, AN BERAWT B2 B — M40 i A4 K
(&l 16b) o HLBH ARl 52 25 B 40H- il 5 25, BR SR ZLAIEL ER— a 36 HL QLA A& H
&, MAPK I3 I S PE 457 V0126, BESRZLING] E2 B R AN A K . X Se g0 =R
i, BR- a 36— /1 5 B IR MER R A5 5 4% 5 8883 MAPK/ERK 15 5% SR 2 354k » 50 e o A=
Ko BiEHRY, FUESZE 2 EEET ER-a 36 Ml K.

[0183]  ER-a 36 2T RMMEFER 246 T PRAE ER-a 36, AT LRIt
R T 2 5EEHT —ER-a 36 Hiik, ‘B &% ER-a 36 M4 1) ER-a 36C— A X4 1) 15 e
B2 o o F T 7= A B 6 & B BE B 208 R, Ak o o 3 FH o 28 A EOZE 2 A A LE 5 O L
P b 5 440 W A s ) L R e AT B R o 2% T B 1 UESEAE — S AL s A i A 37-kDa 4> ¥
RN E AT AR IR LG L4 %A (K 17a) « ER-a 36 /£ MDA-MB-231,
MDA-MB436 F11 HB3396 4 Jid, 3 4> A% T J& %01 i) ER— a 66 BF 1 1) FL IR 5 40 i R rh % ik, Bt
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E ER— a 66 FH % (1) L B3 40 i MCF7 mh Rk, (H & 78 T47D FARKIE (KBl 17a) , X 5 FA
[¥) ER— a 36 7E ER—a 66 [ 4 1) 7L B9 20 o 7 35 (%) RNA B2 B0 A — 3. O 7k — 2037
# ER—a 36 7£ ER—a 66 [ 4 1 L g 40 Mo o 3 3k () P Be P, {3 Bt —ER— a 36 FE Rt
YA AE T4 () MDA-MB-231 41 i A (1) 7] 42 e 9% 8 S I s AL 56 £ BB R, 3R B ER—a 36 1E
ER— a 66 BH 1t 0 7L JI 68 40 o MDA-MB—23 1 F) 5 JI65 £ o Joi Fl A% b8,

[0184] Ky 7 ik — 4 i 1 48 o o ) ER—a 36 X 254k, 347 0 40 0 43 2% 4% 55 0 52, DA
ER-a 36 %% L[] HEK293 4 43 B 4% 5 R RN i SR v e o It G2 A8, MAAS ) 1 2 9 26 33
ER-a 36, & A LA ER-a 36 (£150% ) 4 T i b, HARE 2 behr T M svs i (£540%)
Az (£510% ) F1o AT HEBRAS R (1978 X5 4%, ARIFFRLE H, A5 mSin3A () |
GDP f B4l ( MulRyahe ) 5/ ZEBREG (B ) A1 B -COP ( &i/REAE ) , iyt & H Ep ik
TN, KB A T . IR U SE, FEA R 2P AT G 1ZSEIRUESE, FR-a 36 &
BRI TR 2k (B 17h) .

[0185]  ER—a 36 7t ER—a 66 [ FIFLIRIE AR A R I8 o A T i — D ER— a 36 5 AL
I 1 IR, FANE 47 e ML —ER— a 36 $iidk, 1l it S HZUL e, e & 7 AN AL IS
PRAF ER- a 36 RIS AT LU EAT o R B FLIR = ER— a 36 1% 1. X ER
5 [ BH PR 1) 40 g % s 0, HAZ AR IR AR e s (110 7E 35 M A I LRI An A 91
HeAE 21 4 (60% ) &XF ER-a 36 JetafHM: R, HIH AR 21 4 (60% ) 2% ER-a 66 [H%
[ (R 2) . SFATM RNA SR 1 EIZE 23 A — 350 5 ER-a 66 Je B BHMERT 14 A 11 A
(78% ) FLBIEFRAS X ER—a 36 FL a1, B KE 2 ER- FIVERY (BE, ER-a 66— B 1E
(1)) FLERAETIRERIA ER- a 360 78 N FE S T R I AR 00 7 Hh i) ER- a 36 (1) R A7 G
f, R ER- a 36 [UNAE i b iz gl i 380, B 3= B 4 T- 4 i sorn s i g 1 >k E
NIZIAME S EREAUR N S &R . BT 21 A ER-a 36 BH M bR im 41 #8 I H 3= B2 AR 40
Uiz AAR ) ER-a 36 i@ Yeifis, 1IX 5 ER-a 66 [ EZ G A . LT ER-a 66, 7F
I T 116) 1E 5 L2 e ) — s Py s b B2 4 B 2 %6 ER— @ 36 Jeftu B PR . I e 45 JAIE sk, S50
T ER-a 66, ER—a 36 7£ 2/3 tu 25 ) A LIRS 384k, FEK B, ER- a 36 A[ §E5 5 ER— a 66— [J]
PERIFLIRIE R R
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[0187]  FEZMFFAF, L% W MR T BER-a KT A4A ER-a 36, % ER-a [Hf
A2 M\ ER- a 66 ZE[RI 88 — N & F 0 B9 LLRT R S0 1 8 s 7 H G 3L =1 e i
ER-a 36 [ )5 8+ X & A AL T ER-a 36cDNA i hr s I TATA 4545 &1 (TBP) R 77
B, LA Sply NF-kB Fll Apl 5647 8 (K 12) . BATEAL T ER-a 36 195" MEX,
HE s e BB FiEME. M H, /£ BR-a a 36 (95 MRX, %5 H T 5 FE A ERE
7 55, R ER— a 36 BT T ER- AR IR

[0188]  ER-a 36 &[5 H ER-a 66 JEF 4T T 2-6 4mbS ) ER-a 66 SxAAHF . 1% [FFh
RUBAT DART 48 50 19 B A R BSR4 A48, AF-1 F -2, 2Bk |, ER-a 36 RBEE
TG T R 43 B, IESK ER—a 36 HR/b 7RI s . {HZ, ER- a 36 Be Ay b il 45 A T
W) — FR 45 B BCAK Y —ER—a 66 A1 — B ) AF—1 F1 -2 S5 M3 A 5 0 e RIBOE 6 1k, 6 B
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ER-a 36 x& B2 MERRAE 515 A ZEHN . ZRKIMSSLT LA HaE, BRsk/> AF-1
ZERIBH) ER- a 46 Redc ] ER— a 66 1) AF-1 V& PRI 7158 557 K DI RE o

[0189]  Afi A s (I MES A5 5 45 ST B ER BIAEAE, B KA U1, X 2
N RS AL AR 7 R — 1 . LART, Razandi {3 FH &G QL 5, $R3E T ER— a 66 A1 — B #A]
PURZNEMER R E 54, RE P IUEER /N E 2 HE A R T FR A (Razandi 4F,
Mol. Endocrinol. , 13,307-319(1999)) , K LR T e A1/E 5 R A M H = E 5146 2P L4
YER BAAE, iX 28 ER Al e S 50 - A3 MER R (5 515 3. B, ER—a [ 46-kDa FIFHALE
FrE4I MR T, BRI E e FMEBIER — BB eNOS i1k (Li %%, Pro. Natl. Acad. Sci.
USA, 100, 4807-4812(2003)) » 7EIX B, AESE T, % — Bl ER-a 484K FR-a 36 = & fr
FERUE b, 33 HIE - 8 S MERR (5 5 % 215 2 00 MAPK/ERK B2 0. 1 H, HT
ER-a 36 584k /D PIAE 19 R OBE TE M, HASGE J2S R MR A5 545 S I R E A
Fir LA ER-a 36 7] e 3= 258 T IR M MEBL 2 S2AR AR, - S5 - B3l R G 54 S
DLHT, C2HIE, — L E2 B - - R AYRIEIE R A7 ER—a ZEREFRIY) (aERKO) /MR HHER
Je, HiXEsfE R ANRER: 1CL 182,780 FAMT (Gu %%, Endocrinology, 140,660-666 (1999)),
KB PR - Bl MR RE 54 2@t A BEse, pulEs R4 A5
Wr ER—a 36— /- F 1) MAPK/ERK 3% , R B ER- a 36 25 ARTRIIA R — MEBER AU
B 54 FEA. HTES/NR ER-a BRFE AN HRiEsMEF (£ 4 ER-a 36 19454
kit A2 ) B ANTIEIRAE B T a ERKO /)N BR, Fir BL ER—a 36 1970y BROGT B2 (R A2 7, T
BB X S A 0 /N R PR 3R IR . DRI, ER-a 36 A B84 B T 701X B8 /)N 5 P 0082 3] () 98 4%
FIMEECZEAEH .« T3k, Toran—Allerand 25 (J. Neuroscience 22,8391-8401(2002)) #id T
flith 9+ &N 63-65kDa (BT B — A R HIRER 2 324K (ER-X) MIfF/E. ER-X RILH S
ER-a 36 (¥ —SAHBUME, 05 ER- a 66 HIBCAK — 456 45 MBI BuAd S B2, Fef E2 a AT B
[FIFELFHIMA R o AH S, X 2 FPSZAR I 25+ R — MRS ER-X B SE BE A .

[0190]  FRATIE A KB, ER- a 36 BB MAPK/ERK i 2 I — 5 Sh 0% , 4805 2 S35
MERCR - RS A IG5 . DR, D AR I SRE PR R ER- a 36, 2 DME #EREEE — L
(2 A K, XS 45 7 DART I HE, BD ER- a 66 %6 3% b TE T R A 1A 215 5 DNA & o
XL PE — R, P REANTR 2L ER BUFE G Pk, SRR MR - R A K. S AW
AFH, AT S 2, FESEIOHT B (48 /NI ), BB ER 249 t il 55 5 55, BE SR U0 MAPK/
ERK {5 545, RS AM ALK . RIS T AW SR AT &, B3 BB R G 5
i B (B EN VRS BRI OVE B, JRRS 7 ER-a 36 tHATRES 5 - BaMH - M =S
£,

[0191] AP JE %0, A ER-a 66 FHVER B LR AN M (ER- BHYERI AL RS ) 25 4k
17, H A tE ER—a — BRI IR SEAR 45278 77 (McGuire, W. L. Prognostic factors in
primary breast cancer.Cancer Surv.b5,527-536(1986))., A #x#h, ER—a 36 AN AE
ER— a 66— [H 4 i 3L e A h R 3k, 1 HoAE K 22 20k 25 (19 ER— a 66 B PR 19 7L e R Rk
NI B B, D OB MR RS 5 % T AR AL MDA-MB-231 41 #1153 P13K/Akt &2 1)
TS, HARRH B FE DUTIRE ST (Tsai &, Cancer Res. . 61,8390-8392(2001)) , iX 7]
PASERE 9l AN T ER IR IRERGR (S 915 5. EOARY, ik JE R & 55 6ei5
S MDA-MB-231 404 fu = (Mandleker %%, Apoptosis 6,469-477(2001)) . iX4E%dE
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A 7R, ER- a 66— B PEFL IR TR P BB AR FF R - J3 shB1E 545 S SRR B
Pt - MEBCERZAMEH

[0192] 3 FHARRR 1K) 27 2 EE IR 45 A4 IR X ER— a 66 1 12 MR (1 B s 5 PMIESE (1R
JiE 8-12) , F AT PAULAE ER—a 36 (AR — &5 & 4 e PEASE R 77, ER- a 36 0 H A7 s I ic
1k - AR, SEhr B, BATRIL ER-a 36 RESIRME - JHE 15 54 S, X 5% F2a Al
B, E 3 M B4 MmN —FELF. R, BR-a 36 F- B Atk BR-a 66 B ) FIACIA - 4540, iX
43 ER- a 36 S NIRA L0315 T4 SR A A . ER-a 36 MIALE - 454
5 S SR A AT 3 — 25 0, A B T ER— a 36 4R I P 228, Bk 25 A] LA
HT697 ER-a FIVER (BP, ER-a 66— BATERT ) FLARE .

[0193]  sLjiEfsl 4

[0194]  E2B BE{EiH ER—a 66 B 1L MDA-MB-231 4 i AF B g v il A= K

[0195] B T WA EAEAMEAHEG KBS E2B M = E 5 74T, AR L
N B AR 1A ) A K, K 500MDA-MB-231 4H BV AE 3ml 3.5% (wt/vol) BiflEH, F&E&H
T LTI T 10% T B2 (G2 M35 1 DMEM/F12 ¥:3:2 0, SR )5, BB 53] 5 AN
f*) 60mm MLA [ 0. 7% (wt/vol) BillE b, 53 & A EM L rdsin 1 10 % 78 E2 (1 it 4 M3
[¥) DMEM/F12 5355 2555 FIAMBE SN T 10% 8 B2 BIia4- Mig s sedt, Ha
HOAE InM B28, 505 InM fh B E IS S . 3 E G, 3 AR E e, S EE 9. W
Bl 18 Frow, AR B, E2 AbFRRRIRZUR 3 ER— a 66 B 14 1) MDA-MB-231 4t M ££ 3K B/l A Y
To I BEAR I ARG, T — MERCER 2 S S ] E2 B IR A, R B ER-a 66 [IMERY
MDA-MB-231 ZH il G AR 7 0 ML 2 15 5 4% S o man B2 M, HEI & 3@ i ER-a 36,

[0196]  SEJEH] 5

[0197] E2B BE1/S ER—a 66 FI7E) MDA-MB—231 ZH i I - Bah MM (S 54 %
[0198] AT HEE B2 B &1 EE1A S ER-a 66 [ 1 1) MDA-MB-231 o (i — 5 5 1 e i =
5545, ) InM E2 B AbFR MLE YLK A MDA-MB—231 £ i A [F] (I 1) B o )T 25 1 BN 32E 4y
1, FH RIPA 2R I SR 40 B, 7 358 s 25 3 2 v i 280, JR/E 10% SDS-PAGE #Ef b4 55
HLYK 5, % 88 1 R B PVDF S (Millipore) » FH%F X ERK1/2 (K-23) ¥4k (Santa Cruz
Biotechnology) , BRUET X ER AL 2 T ERK 1/ 248 FH i Fi4k (Cell Signaling Technology),
BRIpERS , a0l 19 Fros, FIME B2 -17 B (2B ) 4b3E MDA-MB-231 401, 2% 5 ERK1/2 KR
IR . IXLEE IR IR R, E2 B BE I ER—a 66 [ 74K MDA-MB-231 4 e 7 /) MAPK
AR B -

[0199]  FA thid T RIFI LR HiE, BAEAR P 5ES % . RE T A SR f3Li i
WRISERETT R, #A T AR W R IR U 15, HE g miA T 24097 TR B 1, HA
SUR AN RS I 1, H e SEil 7 SRR S AR & B, LT DL B 2 AR AR S R ()
SGA Y, T AN I B AR R BH ) B A i 2
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[0001]

[0002]

<400>

1

EEIEN

CREIGHTON UNIVERSITY
MDA R
180. 0012 0201

PCT/US 2005/007857
2005-03-10

60/552, 067
2004-03-10

60/643, 169
2005-01-13

27

PatentIn version 3.2
1

27

PRT

ALEH

SEQ ID NO:20M3C-
1

a

CPCHOG63261P. sequence listing

Gly Ile Ser His Val Glu Ala Lys Lys Arg Ile Leu Asn Leu His Pro
10 5

15

Lys Ile Phe Gly Asn Lvs Trp Phe Pro Arg Val
20 25

2100
211>
212>
213>

220>
223>

<400>

&

oo L2
=5

T
T4

-

F P&

]

Gln Phe Phe Gly Leu Met
1 3

<2100
211>
212>
213>

220>
223>

<400>

3

10

PRT
NN

Hthmn
3

Glu Gln Lys Leu Ile Ser Glu Glu Asp Leu
1 3 10

<2100
211>
212>
213>

220>
223>

e B I
==

T
T

}—

B
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CPCHO663261P. sequence listing

400> 4

Lys Ala Glu Asp Glu Ser Ser
1 5

210> 5

211> 9

212> PRT
Q213> NTHHI

<2205 3
223>  HEEA
400> 5

Tyr Pro Tyr Asp Val Pro Asp Tyr Ala
1 3

210> 6

<211> 8

<212> PRT
213> NI

220> B
223> BHEED

<400> 6
Asp Tyr Lys Asp Asp Asp Asp Lys
1 oy

a

<2100 7

211> 1t

€212> PRT
213> AU

220> N
223> Mk

400> 7

Tyr Thr Asp Ile Glu Met Asn Arg lLeu Gly Lys
1 5 10

210> 8

211> 1t

€212> PRT
213> A TFFHY

22
223> #WAENG

400> 8
Vet Ala Ser Met Thr 6ly Gly Gin Gln Met Gly
1 5 i0

210> 9

211> 6

<212> PRT
213> ANILF#

220> i
223> WHEKEN

<400> 9

Asp Thr Tyr Arg Tyr Ile
1 5

[0003]
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CPCHO663261P. sequence listing

<210> 10

<211> 6

<212> PRT
213> AT

€220> )
223> HBEA
<400> 10

Thr Asp Phe Tvr Leu Lys
1 3

210> 11
211> 6

<212> PRT
213> ANTHFH

<220> )
223> |RIEEA

<400> 11

His His His His His His
1 5]

£210> 12

400> 12
000

£210> 13
<211> 6

€212> PRT
218> N T

2200

€223>  #EEER

<400> 13

Gln Tyr Pro Ala Leu Thr
1 3

<210> 14

211> 11
<212> PRT
213> AL

220> B
223> BiREM

<A00> 14
Gln Arg Gln Tyr Gly Asp Val Phe Lys Gly Asp
1 3 10

210> 15

211> 6

€212> PRT
213> ANLFH

<220> -
223> #HikEA

<100> 15

Glu Tyr ¥et Pro Met Glu
1 5

[0004]
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[0005]

<210> 16
<211> 6
<212> PRT
213>

€220>
€223>

<400> 16
Glu Phe Met
1

210> 17
211> 5
<212> PRT
€213>

<220>
223>

<400> 17
Arg Tyr Ile
1

£210> 18
<211> 595
<212> PRT
213> BA

<400> 18
Met Thr Met
1

Gln Ile Gln

Ile Pro Leu
35

Pro Ala Val
50

Ala Ala Ala
65

Gly Pro Gly
Phe Pro Pre

Pro Pro Pro
115

Pro Tyr Tyvr
130

Gly Pro Pro

NTIFH

KA

Pro Met Glu
5

N5

BIEE

Arg Ser
a

(Homo Sapiens?

Thr Leu His Thr
3

Gly Asn Glu Leu
3

Glu Arg Pro Leu

Tyr Asn Tyr Pro
55

Ala Asn Ala Gln
70

Ser Glu Ala Ala
85

Leu Asn Ser Val
100

GIn Leu Ser Pro

Leu Glu Asn Glu
135

Ala Phe Tvr Arg
150

Lys
Glu
Gly
40

Gln
Val
Ala
Ser
Phe
120

Pro

Pro

Ala

Pro

25

Glu

Gly

Tyr

Phe

Pro 3

105

Leu

Ser

Asn

CPCHO663261P. sequence listing

Ser

10

Leu

Val

Ala

Glvy

Gly

90

Gln

Gly

Ser

Gly
Asn
Tyr
Ala
cl
&

Ser
Pro
Pro

Tyr

Asp

[
o
[}

41

Met

Arg

Leu

Tyr

60

Thr

Asn

Leu

His

Thr

110

Asn

Ala

Pro

Asp

45

Glu

Gly

Gly

Met

125

Val

Arg

Leu

Gln

30

Ser

Phe

Leu

Leu

Leu
110

r Gln

Arg

Arg

Leu His
15

Leu Lys

Ser Lys

Asn Ala

Pro Tyr
80

Gly Gly

95

Leu His

Gln Val

Glu Ala

Gln Gly
160
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CPCHO663261P. sequence listing

Gly Arg Glu Arg Leu Ala Ser Thr Asn Asp Lys Gly Ser Met Ala Met
165 170 175

Glu Ser Ala Lys Glu Thr Arg Tvr Cys Ala Val Cys Asn Asp Tyr Ala
180 185 190

Ser Gly Tyr His Tyr Gly Val Trp Ser Cys Glu Gly Cys Lys Ala Phe
195 200 205

Phe Lys Arg Ser Ile Gln Gly His Asn Asp Tyr Met Cys Pro Ala Thr
210 215 220

Asn Gln Cys Thr Ile Asp Lys Asn Arg Arg Lys Ser Cys Gln Ala Cys
225 230 235 240

Arg Leu Arg Lys Cys Tyr Glu Val Gly Met Met Lys Gly Gly Ile Arg
245 250 255

Eys Asp Arg Arg Gly Gly Arg Met Leu Lys His Lys Arg Gln Arg Asp
260 265 270

Asp Gly Glu 6ly Arg Glv Glu Val Gly Ser Ala Gly Asp Met Arg Ala
275 280 285

Ala Asn Leu Trp Pro Ser Pro Leu Met Ile Lys Arg Ser Lys Lys Asn
290 295 300

Ser Leu Ala Leu Ser leu Thr Ala Asp Gln Met Val Ser Ala leu Leu
305 310 315 320

Asp Ala Glu Pro Pro Ile Leu Tyr Ser Glu Tyr Asp Pro Thr Arg Pro
325 330 335

Phe Ser Glu Ala Ser Met Met Gly Leu Leu Thr Asn Leu Ala Asp Arg
340 345 350

Glu Leu Val His Met Ile Asn Trp Ala Lys Arg Val Pro Gly Phe Val
355 360 365

Asp Leu Thr Len His Asp Gln Val His Leu Leu Glu Cys Ala Trp Leu
370 375 380

Glu Ile Leu Met Ile Gly Leu Val Trp Arg Ser Met Glu His Pro Val
385 390 395 400

Lys Leu Leu Phe Ala Pro Asn Leu Leu Leu Asp Arg Asn Gln Gly Lys
405 410 415

Cys Val Glu Gly Met Val Glu Ile Phe Asp Met Leu Leu Ala Thr Ser
120 425 430

Ser Arg Phe Arg Met Met Asn Leu Gln Gly Glu Glu Phe Val Cys Leu
135 440 145

Lyvs Ser Ile Ile Leu Leu Asn Ser Gly Val Tvr Thr Phe Leu Ser Ser
450 155 160
[0006]
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[0007]

Thr Leu

465

Lys Ile

Leu GIn

His Ile

Lyvs Cys
530

Lys Ser Leu Glu

470

Thr Asp Thr Leu Ile His
485

Gln Gln His Gln

500

Arg His Met Ser Asn Lys

515

520

Lys Asn Val Val Pro Leu

Asp Ala His

545

Glu Glu

His Ser

Ala Thr

<210
211
212>
213>

<400>

Thr Asp Gln Ser

Leu

Yal
595

19
1788
DNA

Arg Leu H

535

is Ala Pro

550

565

Gln Lys Tyr

580

CPCHO663261P. sequence listing

Glu Lys Asp His Ile

475

Leu Met Ala
490

Arg Leu Ala Gln Leu

505

Gly Met Glu

Tyvr Asp Leu

Thr Ser Arg
555

His Leu Ala Thr Ala

57

Tyr Ile Thr Gly Glu

585

A (Homo Sapiens)

19

atgaccatga

aacgagetgg

gaggtgtace

gagttcaacg

ggececgggt

aacagcgtet

ctgcagecce

gtgcgegage

ggeagagaaa

gagacteget

tcetgtegagg

tgtceagececa

cgzctecegea

ggagggagaa

ggztetgete

tctaagaaga

ceetecacac
agecectigaa
tggacageag
ccgeggeege
ctgaggetge
ctecgagece
acggecagea
cecggecegee
zattggeceas
actgigecagt
gctgeaagge
ccaaccagtg
aatgetacga
tgttgaaaca
gagacatgag

acagectgge

caaageatct
ccgtecgeag
CaAZCCCRCT
cgecaacgog
ggegttegge
gctgatgeta
ggtgeectac
ggeattetace
taccaatgac
gtgcaateac
cttcttcaasg
caccattgat
agtgggaaty
caagegeeag
agetgecaac

ctigtecetg

gggatgacce
ctcaagatce
gtgtacaact
caggtetacg
tccaacggee
ctgeaccege
tacctggaga
aggecaaatt
aagggaagta
tatgcticag
agaagtatic
aaagaacagga
atgaaagoie
agagatgatg
ctttgzecaa

acggcegace

43

His Arg Val

Lys Ala Gly

Leu Leu Ile
510

His Leu Tyr
525

Leu Leu Glu
549

Gly Gly Ala

Gly Ser Thr

Ala Glu Gly
590

tactgeatca
cecctggageg
accecgagseg
gtcagacegg
tggogagttt
cgecgeaget
acgageccag
cagataatcg
tggctatgga
getaccatta
aaggacataa
ggaagagetg
ggatacgaaa
Eggagggeag
gecegeteat

agatggicag

leu Asp
480

Leu Thr
495

Leu Ser

Ser Met

Met Leu

Ser Val

560

Ser Ser
[

[*}]
[+

Phe Pro

gatecaaggg
geeectggge
cgeegectac
cetecectac
ceeeccacte
gtegeettte
cgegctacacg
acgecagggt
atctgecaag
tggagteteg
cgactatatg
ccaggectge
agaccgaaga
gegtgaagte
gatcaaacgc

tgeettgtig
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[0008]

gatgctgage cccccatact

tcgatgatgg gettactgac

gcgaagaggg tgccaggett

tgigecetgge tagagateet

aagctactgt ttgctcetaa

atggtggaga tcttcgacat

cagggagagg agtttgtgte

ttictgicea gcaccctgaa

aagatcacag acactttgat

caccagegge iggcccaget

gegcatggage atctgtacag

ctgeagatge tggacgcceca

gaggagacgg accaaagica

aagtattaca tcacggggga

<210> 20
<211> 310
<212> PRT

<213

<400> 20

Met Ala
1

Asp Tyr

Lys Ala

Pro Ala
30

Gln Ala
65

Gly lle
Gln Arg
Vet Arg
Lys Lys

130

Ala Leu
115

ctatteccgag

CPCH0G63261P. sequence listing

caacctggea gacagggage

tgtggatttg accctccatg

gatgattggt ctegteotgge

cttgctettg gacaggaacc

getgetgget acatcateic

ccetcaaatet attattttge

gtctetggaa gagaaggace

ccacctgateg gecaaggcag

cctcctcate cteteccaca

catgaagtge aagaacgtgg

ccgectacat gegeccacta

cttgrgccact geggectcta

ggcagagget ticcetgeca

¥ N (Homo Sapiens>

Met Glu Ser Ala Lys

J

Ala Ser Gly Tyr His
20

Phe Phe Lys Arg Ser

33

Thr Asn Gln Cys Thr

Cys Arg Leu

— e

55

rg Lys

Arg Lys Asp Arg Arg

85

Asp Asp Gly Glu Gly

100

Ala Ala Asn Leu Trp

115

Asn Ser Leu Ala Leu

135

Lleu Asp Ala Glu Pro
150

Gin

Ile

40

Ile

Cys

Gly

Arg

Pro

120

Ser

Pro

Thr Arg Tyr
10

. Gly ¥al Trp

25

Gln Gly His
Asp Lys Asn
Tyr Glu Ygl
Gly Arg Met

90

Gly Gla Val
105
Ser Pro Leu

Leu Thr Ala

Ile Leu Tyr
155

44

tggttcacat

atcaggtccea

getccatgga

agggaaaatg

ggttecgeat

ttaattetgg

atatccaccg

gccigaceet

tcaggcacat

tgcecetcta

gecgtggage

cttcatcgea

cagtctga

Cys

Ser

Asn

Arg

60

Gly

Leu

Gly

Met

Asp

110

Ser

Ala
Cys
Asp
15

Arg
Met
Lys
Ser
Ile
125

Gln

Glu

¥al

Glu

30

Lvs

Met

His

Ala

110

Lyvs

Met

Tyr

tatgatcceta ccagaccctt cagtgaaget

gatcaactgg
cettctagaa
geacccagtg
tgtagaggece
gatgaatctg
agtgtacaca
agtcetggac
geagceageag
gagtaacaaa
tgacctgetg
ggcatcegtg

ticcitgcaa

Cys Asn
i5

Gly Cys
Met Cys
Ser Cys
Lys Gly
80
Lys Arg
95
Gly Asp
Arg Ser

Yal Ser

Asp Pro
160

1620
1680
1740
1788



CN 102504025 B

=

5 %

8/12 1L

[0009]

Thr Arg Pro

Ala Asp Arg

Gly Phe Val
195

Ala Trp Leu
210

His Pro Gly
225

Gln Gly Lys

Ala Thr Ser

Val Cys Leu
275

Glu Ala Lys
290

Lys Trp Phe

<210> 21
211> 933
212> DMA

Phe

Glu

180

Asp

Glu

Lys

Cys

Ser

260

Lys

Pro

Ser

165

Leu

Leu

Ile

Leu

Yal

245

Arg

Ser

Arg

Arg

Glu

Val

Thr

Leu

Leu

230

Glu

Phe

Ile

Iie

Yal
310

CPCHO663261P. sequence listing

Ala Ser Met Met Gly Leu Leu Thr Asn Leu

His

Leu

Met

215

Phe

Gly

Arg

Leu

Leu
205

<213> A (Homo Sapiens)

<400> 21

atggctatgg aatctgecaa

ggetaccatt
caaggacata
aggaagagct
gggatacgaa
ggggagggca
ageccgetca
cagatggteca
accagaccct
ctggttcaca
gatcaggtee
cgetecatgg
cagggaaaat

cggttecegea

atggagtetig
acgactatat
gceaggeets
gagaccgaag
ggegtgaagt
tgatcaaacg
gteccttgtt
tcagtgaage
tgatcaactg
accttctaga
ageacccagg
gtgtagageg

tgatgaatct

Met

His

200

Ile

Ala

Yet

Met

Leu

280

Asn

ggagactege
gtectgtgag
gtgteeagee

ccggeteege

gggegtciget

170

Ile Asn Trp
185

Asp Glin Val
Gly Leu Val

Pro Asn Leu
235

Val Glu Ile
3230

et Asn Leu
265

Leu Asn Ser

Leu His Pro

tactgtgecag
ggetgeaagg
accasccagt

aaatgetaceg

aggagggaga atgtizaaac

ggagacatga

ctctaagaag aacagectgg
ggatgeigag ccceccatac
ttegatgats sgettactga
ggegaagagg gtgccagget
atgtgectgg ctagagatce
gaagctactg tttgcteceta
catggtgzag atcticgaca

gcagggagag gagtitgtgt

45

175

Ala Lys Arg Val Pro

190

His Leu Leu Glu Cys

205

Trp Arg Ser

220

Leu Leu Asp

Phe Asp Met

Gln Gly Glu

b

X

Gly Ile Ser

285

Lys Ile Phe

300

tgtgcaatga
cettettcaa
geaccattga
aagtgggaat
acaagegeea
gagetgeeaa
cettgteeet
tetatteega
ccaaceigge
ttetggattt
tgatgatigs
acttgetett
tgctgetegge

gecteaaate

Met Glu

Arg Asn
240

leu Leu
235

Glu Phe

His Val

Gly Asn

ctatgectteca
gagaagtatt
taaaaacagg
gatgaaaggt
gagagatgat
cettiggeca
gacggecgac
gratgatect
agacagggag
gacccticeat
tetegtetge
ggacaggaac
tacatcatct

tattctttig
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[0010]

cttaattctg gtatctcaca tgtagaagca

atatttggaa acaagiggtt tcctegtgte

<210>
211>
<212>
213>

<400>

22
752
DNA
A (Homo Sapiens)

22

ggtaccegeg ccegegeege cegteggegt

gagggagega gaagggagag cclagggasc

gtgegegeag ggagecccggg gCgcgoggce

tgcgttcaga gtcaagttct ctegeeggge

accgteegtg cgagaggeag acccgaaage

aaccagacaa agcagcagtt atttgtgegsg

cgetttgagt cacttgggaa ggtetegete

tagcagaget cagcagagtt ttatttatcc

aatttccttt catctagact atttgattgg

ggaagcgatt cctgtcacce getttcccet

gagcegattgg gagtitgaatg ggtetgattt

CPCH0G63261P. sequence listing

aagaagagaa tcctgaactt gcatcctaaa 900

taa 933

ggcegecgeg cecggeagga g8gagegasy 60
tgcgggagec gegggacgeg cgaccegagg 120
CagCCCRERg gttctgégtg cagececgesge 180
agctgaaaaa aacgtactct ccaceccactt 240
ccgggettee taacamaaca cacgttggaa 300
gaaaacacct ccaggcaaat anacacggeg 360
ttggcattta aagttggegee tgtitgzagt 420
ttttaatgtt tttetttaat gtgetecccea 480
aaatatgtca gctatgatsa tgactttetig 540
cctecccace cedacgteetg ggzctttaga 600

cgpagttage tggetgagte cgegetggag 660

cggattgetg geatgtgact tctgacagee ggaaatttgt aggtgtceceg cgagtttaaa 720
acaagccata itggaagcaca agigcttaaa aa 752
<210> 23

211> 34

212> DNA

213> ALY

220>

223> Gl

<400> 23

cggaaticcg aagggaagta tggctatgga atce 34
210> 24

211>

212>

213>

220>

<223> B4

400> 24

cgzgatccag agectttaga cacgaggaaa C 31
210> 25

211> 4359

<212> DNA

<213> % A (Homo Sapiens’

400> 25

ctzgtatete acatgtagaa gcaaagaaga gaatcctgaa cttgcatccet aasatattig 60
gaaacaagtg gtttectegt gtetaaasce tctggtcata aggectcaca gtatcetgea 120

gatcatcaaa tcegtgtgtz gacgtgesga

cattitgttt tgaggcagtt acatgaccat 180

46
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[0011]

gggcaagteg
gecttaaagt
tcaaaacatc
gctagatgag
cctgactaat
taattgatag
tgtgcaatta

tgagaaaaat

taatgcacce

cccatttttg
gaaggacatg
gacttctaat
gagaacacac
tatccactgg
gceigecteat
ccagggaaag
agtcttggga
ttetectieotg
tttaaatgtg
ccagcaaaaa
cactcctitea
tacctagaca
ccttcaaaag
ggtatgacte
catgeatcat
aacactggea
ateectgecct
gacaagtitte
tgetasatcect
aaggettcta
gagtecaggge
tgtctataaa
aacacataca
actasatgaa
actcatacce
tattaatagt
aacaccagga

gctttcette

attggtetet
gtcttaagaa
citecectga
ttataacaga
tttcattagg
tacaatctga
getcaaagat
ggcaaaccat
ctcatétttg
etaaaaatgt
gecacatttaa
gctgaagaac
aatattcagt
gaaaatgecet
cttcagggeg
ggttattittt
aatttcataa
gtetrattac
tgagecteet
acgtgettat
aatttccagg
attgeggeat
aaagtgtgta
actttgaaaa
ttaaagececaa
gtatgtaaca
tatgtgtetit
cagaatcaag
aaactaccig
cceatcaatg
agacctgggt
ttggraatat
atgcttagea
{gtcagecage
ttageggttg
gctttcaage
agegcctacct

gggcacgggt

ctggccttea
ggataggata
ctttaaaata
gtgactgaag
agacatttaa
cagagctgaa
caagatcaaa
tgaatcataa
caagtgagaa
caccatttac
cagcatcaga
gccaagetag
gactgtcegt
gteccettgg
aacttgttct
aatatttagc
gggaaagaac
atacatggat
taaggaacat
ttgctacaag
taaatagetg
aaggagaatyg
ggacacacaa
tigtttataa
atgagaagaa
gatttatttt
gtctitgaaa
ttaggaccca
aggcageetg
gecectteage
tcaaatceta
agecatgtea
tgtatacaat
ttatcactat
gsciggaticg
atgteataaa
caaatagcaa

gagcaatctg

CPCHO663261P. sequence listing

gtttteteat
getacccaca
tgeecctggea
agagctccca
gaactttagt
tagetectgt
acaaggectg
atcatgacag
aactgaaggc
agaatgtgga
geatttitta
gaagaagtca
geagetgget
ggtaattace
agcgatitta
tactgtacta
aaaggcaact
gecagttitag
catcaataca
taaattttta
cccaggagtt
gcagggaggl
itgtgagaag
tcaaggaaat
acttctaatt
gcagaaacat
cccagtgttt
ggtettettt
tggtgseetc
agagiggtac
catctttaca
tggegattetlt
taagcactaa
tatcizgtata
gectittete
{ttetecaaac
cagagaaacce

ccttagaggs

47

ttgcaatgat
aactttggat
accaacactc
caattcctag
gatgggaaga
ttgtcaactg
cccattgace
ccaaaataat
caéagagact
ctectatgtt
ttaaaattta
tgzgctgaga
gecctigaaa
agagtttcaa
gtatcaagaa
aaaatcacct
tgttgactac
attgtgttta
gatatatcag
tttattitte
gettcatete
agtagtgegct
tetgaatgee
gaaaatgagt
tattttgtta
ctagattgte
cctggatata
ttttccaaac
agctctaaaa
ggttaacgeg
cctetaatee
gtgagggtita
ataattgaaa
atgataccaa
tegggaaaac
tgeetgtett
tatcggagce

gagaggectet

tcaatggttt
caaattttet
aacacccgta
ttattaaata
tttacatata
ttaaattctt
tgticactee
tttaggatat
aatttacttg
ggagtetgtt
atttgtgecat
tggggacaga
atatccgaac
catgcccaaa
getaatggte
aagtitctag
ccactgstea
tataggaaaa
atagitcetgt
teacttececet
tgteccaaaa
aaaatcacac
atgcacatag
taatitcgte
cttticgget
cgtgatettg
tggticagea
caaacattct
ceatigttia
gtaggetetg
ccagigtect
aatgaggtaa
cacattaagt
gggtgtgece
atacctgatt
gttecctaga
ttaccectaca

gigetgagge

240
300
360
420
480
540
600
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[0012]

tetttgaatg

acaagaaact

cecttgetta

tetttecagtyg

aaggtgecag

aatgaagtca

aaattggagt

aaitaaigge

accatcataa

gtcacaaata

ticteggsag

tttaatggta

gttcagtace

atcaccacca

tttaaacaac

cttecaacte

agactgetgg

tggaccagtg

cagecctggac

gttggatgty

acetgtetet

gteecacctg

gtgctggaca

cceageigea

ccticgacat

gcaatatttg

cceecticte

gaatgcigte

gatggactat

agcaaacctt

tcteceatact

gtcttcaaac

<210>
211>
212>
213>

220>
(223>

<400>

26

ctttgaataa
gagtagtgtt
aatgtatctg
itteggecag
agacctaagg
tcaatttget
gaaatctttc
gataaggtta
geatttgett
tggttattat
ctccctgtaa
ggaatcacat
tattggcate
tcaaatcaaa
aacaaagaaa
agtctcttte
aaacaacatt
caagattaaa
tgtgegtgaa
ccecaaacag
gaaggtetty
agtagcaaag
gagecagaget
aageectgtt
t{tcaaaaga
ggaaccaaag
gtcactatca
gggatattet
ataacacaat
agagcatctg
ttattattege

tagaccaaag

atagatccec
tatagtgage
attaacttga
tcatttgeea
tgcccaagge
acatecggac
tagetgteaa
gaaaattitta
tgaaagcatg
gaatgtatge
cgatttaggs
tgaattaatt
aattcatatg
ttgaaatats
ccaaatgagt
tectctecagg
ctaaactatt
cacgagatat
gttcattett
aggtaccgac
gatgacgttt
tgaacactgt
gaaaggegee
aggaggcatg
tctatgtege
agtgactget
tttgtatcaa
tcatctetgt
gatctgeeta
cggatgeteg
tattttgttt

gaaagadaaa

CPCHO663261P. sequence listing

agataatgaa
ccetagtgta
atacattttt
ctteteatte
aattttgcat
tacagtgcaa
tttcaactca
agtceaacgt
cttctaaagt
acagattttt
aatctctage
ttgtaggeee
taggtttaaa
taacaggeta
aactcctece
aagaatgegt
tatgcttetg
ctecaagtete
cceccageaga
ggtaacgaag
gccattcage
gctgoatget
ttgegagtgt
aggaarcact
tgtetgaaac
gttggegtig
ccapaagaact
teatggtaca
aaageaactg
tcatiatett
aggetagaaa

agaasaadd

48

aagacttcaa aacaaattct
catgcaaaaa acccccactg
aaatgaggge tttitttece
catcttagtt cteigtaaag
tttacaattc taagetttag
ttattcettt geettgeteg
gttecagtag tgtittgaag
agggaaaaag taccagctag
gtgtttaacc tcaaataaca
atgttteiaa tittaagaag
ttetgatata ctgcaagtet
agggcctaaa titagtaggt
atactgtatg aagatacaga
gtataatatt aacatetgac
ttcaaactaa tagtcagttt
atctaaasat ttcccattge
caataacctt tecaatttge
aatgiaaagg aacaccacga
ctctgecttt cattictcggeg
cccaagaatg ttcaaccaca
tgaagattat ttatgttcca
cagaaagatg ttaatgaacc
cgtagtgaga atgtgegetgt
tgetgeccta agaaacgatg
aatgeggaga geagatagac
catrataaca taagcgettt
gatctetggt atcetcegaag
tcagcaattt gtggggraaaa
tectetactta tagggeggets
caaaagtcee caagagtttt

aasaaaaaac tcataasatt
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gcaagagaaga gaatcctigaa cttgecatcct

<210>
<2115
<212>
<213>

<220>
<223>

<400>

27
29
DNA
N5

514

27

ttagtcaggt atttaataac taggaattig

CPCHO663261P. sequence listing

49

30

29
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AF-1 AF-2
38 184 26 549 505
A B c |D E F | ERas6
104 $106 S118 S167 5236 K302 K303 T537
DNA# 4 fiAnss &
18 =RA 595
C D E F | ERod6
18 457
C D E ERa36
K1
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AUG

AAA

ER:a68

mRNA
ER-u46
mRNA

AAA
AAA

N

ER-a38
mRNA

8

&
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AHJIMINDHL Loe

NdH TN TEMAVIAHSIDSNTTISHIOAIIIDD INWNEAESSLY TTINQHIAWNDIAINDD 192

NHOTTINAVI TDIDdHINSHMATOINTIETMYOI TTHADGH 1L TAAIDIAEN VMNIWHAT 181

SHAYVINLTIOWNSYASIAdULAAATSANddIVATIVSANDAY LIS TV ISNMISEIIN1dSd 12}
WINVVHRAODVYSOAIDHOIDAGHO UM H TWHODHHANHIDONNNDAIAONHTHOVOOISHY 19
HNMOLLOONLYdONAGNHODISENISVIODIDSMADAHADSVAANOAVOAHLINVSINYIN |

K9

K10
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s* o 9" &

| «— ER-066

s W | e BR36

K11

BEIACC GCGCOGLCOETCRGEETEGRCECLECE0CCEECAGCATBOAGRBAGSG
Spl X ) Keon-20 Sp1 -
mwmwemwymwm&mmwmmmr
U
msme@h@m&%%@cwcwmwmymmmwm
a;re&s»mmaﬁcvmoseceescmwmosmcwcmmﬁmm

: £Fos
?SOGAGAGW@CCGGA&AGQCCW@I?C@MCMMWGGVGMCAGAW@

. P& B
CAGCAGTTATTITGTG DOTCCAGGCAAATAALCACGOBGCGE] AG CACT;B
[ J s e ]
A Q“g:m.& 7 Saaen
GGAAGGTOTCRCTO T TGGLATTTAAAGTTGEGGETBTITRCAST }WGGT&AGCAGEE\‘TT
= REEE

:{_&KQMCQQ TTTAATGTTTTTCTTTAATGTCTCCCCAAATTTCCTTICATCTAGACTATTTGATIE
TH?
GAAATATGTCAGCTATGATGATGACTTITCTGGRAAGCBATTCOTBTCALCCBCTTTCCLCTTCTT
CCCACCCOALGTCCTEGGEGCTITAGAGAGCOATTBERAGTTCAATGEGTCTOATTTEGBAGTTA
GCTEGCTOGAGTCCGCEGTOGAGCEBATTRLTGRCATGT Q%GTTC?GAGAGGCGGMATT{G’MG
£

GTGTCCCGCBAGTITAALACAAGCCATATGBAAGCACAAGTGUTTARAAA

K 12a
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ctggtatct‘cacatgtagaagcamgaagaga&tcctgaacagc&zcctmamﬁ:gg%acaagtggtttcctcgt
gtctaaagcctctggtcataaggccmcagtaicctgcaga&::atcaaaicsgtgtgtggacgtgggacattttgm
tgaggcagﬁaca&gaceatgggcaagig’fgatiggtctetctggcmcagtmctnatttgﬁa&&g&i&caatgggt
gwitaaagtgtcttaagaaggataggatagétaccc&caascmggﬁtcaaalfnc;maaaacatccticccctga
cmaaaatalgct:etggcaaccaacanmﬁacaa@cgtagctagaxgagtiataacagagtgactgaagagaggtcma
c;aattcctaguattaaatacctgacmaztttcaztaggagamzaaagamuagtgatgggaagamaeatata
taat(gatagiaf:aatct’gacag’agctgamagc%cctgtttgtcaac&gﬁaaaﬁcx%tg:g‘caattsggtcaaagal
caagateaﬁaacaagggctgcccaﬁgacgigttcastcctgagaaaaalggcaaaceaﬁg&si‘camaatcaigacag
ccaaaataattttaggataitaatgcacmmcam{tgsaagtgagaaaaetgaaggccaga gagactaatttaciig
ma&nt:gataaaaatgtcaccamgcagaatgtggactce:t&:gt{ggag!ctgttg;aaggagatggcacatltaa
cagcatcagagcati&tttattaa&a{tia&ittgtgcﬁtga{:ﬁsta&tgcigaaga&:gccaagctaggaagaagtca

{ gggctgag"atggggacagagagsacacacaatatiﬂagigactgtizcgtgfcagctggclgcccttgaaa&tatccgaar.
taicaactgggaaaatgcctgtﬁcccttggggtaattacsagagmcaac:a%gcceaaagmgccteatcﬁcaggggg
aacttgtic%agcgatmagtaicaagaagcfaﬁtgg:eccagggaaagggifamztaatatn&gstaatgﬁgcia
aaaawacc&aagtitctagagtcttgggaaa&t&ataagggaaagaacaaaggsﬁamt\gﬁgaciacceactggtm
txctc{:tctggtcitattaca£&catggaigee&gtuzzgattgtgmaiamggaaaaiuaaaigtgigagcctcct
tgaggaacatca{caatacagmata&’agatagttctgmcsg{:aaaaaacgtgcttamgmaﬁaagtaaamﬁa
tuatttttctcacttcecteactceticaaatitceaggtaaatagetgeecaggagitgetteatetegicecaaaa
mcctagacaaitgcgggataaggagaatggcagggagggag{agtggmaaaamacacccttcaaaagaaa glgigta
ggacacacaatzgtgagaagt’czgaa&gcca(gcacatagggtatgactcacsiigaaaangmataalcaaggaaat
gaaaat gagti&a{ttsgtgcatgﬁatcaitiaasgce&aaigagaagaaaﬁuctamuat_t&gttacuttcggct
aaeactggcagiaigtaacaga!ztatitiggégaaa{:atctagattgmﬁgtgatcttgatcczgcccttaiglgtcli
gtctttgaaacecagtgﬁtcctggatatatggi&:aggagacaﬁgtttt::s:agaatcaagttaggacm:aggtcitcm
titt{:caaaccaaa{:aiiczigctaaEf:ctaaastacc£gagg£agcctgiggiggccwagct{:laaaaccangma
aaggctictacecatcaat ggcccticagnagagtggtwggﬁaacggggtagggtctggagtcaggggagacctgggt
(caaatcctacatctitacacctetaatececaglgtoctigictataaatigggaatatagecalgieatgggatictt
gtgagggttaaatgaggtaaaaf:acat,acaatgcitagﬁatgtatacaaitaagcactaaataaitgaaacacat&aagt
actaaatgﬁatgtcageagc!tatc&ctattafcigmmatgamccaagggtgsgccgsctcatacce&taggggﬁg
gctggaucggcctmmclcgggaaaacatﬁcesgamauaatagtgctttcaagcatg&gataaatttctcaaac
tgf.:c&gtﬁttgxtcﬂciagaaacaceaggaaggcciaccteaaatagaaacagagaz’eacczatcggagccttaccciaca
gcltiectlggggcacgggtgagcaamtgccitagaggggagaggaic:gtgclgﬁggctciitgaatgcmgaa!a&
aiagaiccccagataatgaaaagacttca&aacaaa!zctanaagaaaagagiagtgmatagtgaggccctagigia
catgcaaaaa&cccccactgccctigcttaamgta%cigattaam{ gaatacatttitaaatgagggctuttitcec
mttcagtgéttcggccagicatugccaci&t{caticca!c%iagttsmtg!aaagaaggtgccagagacctaagg
igccf:aaggcaamtgcatiitacsattctaagﬁittaga&igaagtcatcaatttgctacatccggactacag:gcaa
ttaxzcczitgcctzgcxggaaauggﬁgigaaatcttiﬁzageigtcaamcaamcagi{gc&giagtgnt&gaag
aattaaiggcgataaggttagaaaatmaag&caaacgiagggaaa&agtaccagctagaceatcataagcaitigcu
tgaaagcaigcx:ctaaagtgtgtﬁaacctcaaa:aacagisacaaaﬁatggjtaitatgaa%giatgeacaga{tm
atgtticlaat%uaagaagﬁctagggagctccctgtaangamagggaazctciagattczgatatactgcaag!ci
{isa&!ggiaggaa€cacattgaa§¥aaIttigtaggcccagggcctaaamagtaggtgﬁcagkaccia%igg&al{:
aatteatatgtaggmaaaaiactgtatgaagatacagaatcaccacs:atcaaaicaaaﬂgaaatatgtaacaggc:a
glalaatatiaacatCl gaﬁmaaacaacaacaaagaaaccaaatgagtaackccscccitcaaactaaiagfmgut
cilccaactcagtctctttctectctcaggaagamgcgiaictaaaaamcccatt gragactgctggaaacaacalt
c{aaacmmazgcitagsaagaarzctlteéaatt%getggaceagtgcaaganaaacacgagafatctcaagsctc
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aatgisaaggaacaccacgacagcctggactgigggigaagitcattct%f:cccagcfagm:&{:tgcctﬁcattctcggg
gitgggtgtgccccaaacagaggtaccgacggiaacgaagcccaagaﬁtgttcgaccacaacctgtctgtgaaggigttg
gatgacgltigecaticaggtgaa gattattiatgiiccagicccacctgagtageaaagtgaacaciglgetgaatget
cagaaagatgi{aaigaaccgigc1ggacﬁgagcagagctgaxaggcgtcﬁgcga_gtgtcgtagtgagaatgtggetgt
t“:ccagolgcaaagccﬁgtraggaggcatgaggaagaﬁcng::tgcccta&gaaacgatgcettcgacaitttcaaaaga
tclatgrggciptcigaaacaatgeggagageagatagacgeaatattigggaaccaaagagtgactgetgtiggeptig
catcataacataagegetticecectictegicactatcatitgtatcaaccanagaacigateiciggtalcetcgaag
gaatgelglggggatattciicatetetgticatggtacatcageaattigtggggaaaagatggactatataacacaat
gatcigcctaaaagaaactgtctstacitatagggggetgagcaaaccttagagcatctgcggatgcicg{cattmct!
caaaagiccccaagagtitticiecatactttattattgetattttgitiaggctagaaanaaaaaaaactcataaaatt
glciicaaaccasaccaaaggaasaaridaaanaananaa
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