
WO 2011/003369 PCT/CN2010/075896 

i# VR =15 

@1tf, 1100 77^ JJIif ̂  2020 ^ 
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ill 2030 1140 77 (World Health Organization, 2006) o 
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mmim^ 
90a (Heat shock protein 90a, Hsp90a)j§—> 

E3 o Hsp90a Jl 

1 -2%o IfflJlrt Hsp90a fpffli 

«#»«#, MM 
m&vm, inJCSji, fPll^fl^iK^iJ^o 

Hsp90a£*P£#^*@®^, 

Witt, ^ Hsp90a Eft LKVIRK 

@fttr Neutec *fg®Tl|fi^Ta$ik, ^nan^ 
Mycogrip® 0 

Hsp90a (Liao et al. (2000) J. 

Biol. Chem. 275, 189-96), Hsp90a 

Hsp90a^fl 

^li^it^n'n, 31 ft It (ft HI® (Triantafilou et al. 
(2002) Trends in Immunology 23, 301-4) 0 

Hsp90a H^L 
jftM, (Ferrarini et al. (1992) Int. J. Cancer 51, 613-19)o Hsp90a 

mwmm* 
Hsp90a (Schlatter et al. (2002) 

Biochem. J. 362, 675-84), ^JEL-% MlSfPfPM^fitll^^^hSKdrug 
efflux)W^ (Rappa et al (2002) Oncol. Res. 12, 113-9 and Rappa et al (2000) 

Anticancer Drug Des 15,127-34)o 

J®rt Hsp90a g J®rt Hsp90a 
^ HSP90a m— 
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Geldanamycin^Radicicol fP Coumermycin Al 
^)JtHsp90a&W»J, WO 00/53169 

Coumarin M 
ffi WO 00/53169 

fJM^J Hsp90a^o 
Geldanamycin Eft17-AAG Hsp90a Eft^Prfil]7rlJ, 

Ail^i^, 17-AAG 
(Dunn (2002) J. Natl. Cancer Inst. 

94, 1194-5)o Hsp90a^&J®^^#^ft£#M#^ 
T±Wk^-BM$}\<kiR, J^MJM Hsp90a 

EP1457499A1 M&TMh Hsp90a Hsp90a 
MMP-2 ilc$gS 

—&M, EP1457499A1 Hsp90a 
lftff®P$f#, ^^WM^iilt^WHsp90a^^WJ^P|B|J^, % 

Hsp90aGffl££o 
W0/2008/070472 Hsp90a 

fW Hsp90a T^ilOTIis, MlfltliTil 
Hsp90a BA (MS 17-AAG fP 17-DMAG) 

£Kj7jc¥£Ktf@^ 
f4o 1 Hsp90a ^M^A^ 
Hsp90ai^^A^M^f4fM^S^^^@^f4; Hsp90a 

Hsp90a 
(Xu et al. (2007) J. Cancer Mol. 3,107-112)o M^AM^ Hsp90a -%IE 
^tAfP Hsp90a ^Elt 

1FF;®K MUlS-%lfilJ& Hsp90a 
(ft *@^'[41Hsp90a TfC^ffi 

$fr (ft lE^tf P #iE^t^H?a H ^X o 
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MUMtyQo #&MAfcM> JfiL^4J^Hsp90a-%^Jlrt^Hsp90a^:|WI, m 
# C 4 

SEQ ID No.l SEQ ID No.l 
SEQ ID No.l 

j£i(sTF—% 
231 % 263 % 309 \tL$}WsMM&%^L-no fcifiik, 

0J £KJ £Itftj;K¥ Wrt fi; A^®TI+M ilSE, f ifiLs^^ £KJ 

itmtk, » scFv, Fab, Fab' 
fP F(ab')2o CGMCCNo. 
2903 ^ 2904 E9 ^ D10o 

iftMX, SEQ ID No.l £i4^-^c£ 
H90^^fl^ H231 \tL$}^MM> M 263 

H 309 Mititiik, 
trW, 90 
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SEQ ID No.l WT—M90 
i^BtlMif^ % 231 % 263 % 309 ^BtlMflf! 
&%^o 901MWM 

CGMCC No. 2903 ^ 2904 E9 ^ 
DlOo 

'W^m, mii^, y#Eis, ILI^, fttr^i^, ni&®, #«, 
fiifiLjii, JMo 

% CGMCC No. 2903 ^ 2904 E9 ^ DlOo iX& 
ft, fmmwMiXmimim%mw^}i^o , ?m 

SEQ ID 
No.l B^Jiti^T—W>90\tL$}3% 
S£> % 23\\tL^]^MM, % 263 % 309 ^BtlMfifiS.^in*o 
^90 IMWMMMiMMik 
B»^0JB^J»O 

W&WWMfMMM Hsp90a ffiMMiko 
Hsp90a % 90 IMWMMtiWMik* 

(PP5)B^JM, PP5o 

fflMWM 
®1: -^lE^flffitt, Hsp90a B^®Wo 
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®2: Hsp90a^^fifH^o 
® 3: HWL E9 m DIO B^#B^$I 
®4: {Mlt#-f/LE9fP^^f/LS2 (^fr&ELISA) Hsp90a 

® 5: ELISA BW&, ILI^, m 
HSP90a Bd^*o 

A: ELISA il7El^^A«Hsp90aB^^fi, Ittltll 
#lfoj& Hsp90a B^fi# 2-10 ng/ml E |B] f*J, 2-5 ng/ml; 69% 
(20/29) Hsp90a 50 ng/ml U±, 

lOf^BCTi^, It 
Tlfo.3& Hsp90a 

B: ELISA A« Hsp90a B^fi, 
64% (9/14) A« Hsp90a B^M 50 ng/ml £A±, ±£ 

10 Hsp90a B^fi/jC 

C: ELISA «fLJM^ A« Hsp90a B^fi, 
JSrtj^nTW > 5 foBtl^rtj, 

D: ELISA il7E«^A«Hsp90aB^^fi, ^ &141+ 
100% (10/10) IHIi^^AW£ Hsp90a 50 ng/ml U 

±, ^^^I+^Affitt^lO^Bd^, S^tij«Hsp90aB^ 

® 6: ELISA BW&, 
^BfyliAJfiU^ Hsp90a B^J^fio 

A: I'M 
^$f#B»A« Hsp90a B^M 200ng/ml l^±, 
50-200ng/ml Z. fi ij 0 

« Hsp90a Btl^lK 200ng/ml l^±, 
50-200ng/ml Z. fi ij 0 

c: tmmmm, it 
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Hsp90a 

® 7: ELISA IA JF 
ife^AX lEmA»M^A«t Hsp90a 

A: %7ffivElk^ Hsp90a 
A, Hsp90a RMMM. 

^Alfa^4^ Hsp90a £Kj7jC¥£ 2-10 ng/ml ^fs], -^lE^tAffitt, 
H#o 

B: FFifc^A (^FFfPZifF) ifO.^43 Hsp90a 2-10 ng/ml ^|B], 
-^lEmAffibL 

H 8: Hsp90a 
® 9: HSP90ac um%jE. 
® 10: «43^Hsp90a^C7^^A4^il»^^o 
® 11: Jfoj^ (ft Hsp90a (ftl&$!l o 

® 12: Att^H 90 Hsp90a 
® 13: 90 Hsp90a 

Hsp90a 

m 14: % 90 ^M(ft#l^lW^ Hsp90a |fti»^f!(fto 
m 15: PP5 Hsp90a 90 
A: WAVcM] PP5 fnn 90 \tL3MMMWiik$} Hsp90a (pT90-Hsp90a)^ 

^fP?W, Peptide ^M^c, 
PP5 Mil Hsp90a $}% 90 

B: MCF-7 APP5, sK^JffiRNA^F 
ttSA, *fAPP5 ift^iWrM, HsP90a EftH 90 
ikWtt, 3lfi^3iAPP5 Jg, B 90 ^ftWIM:(ft Hsp90a 
(pT90-Hsp90a)BJSM4> (;WM£i(ft 0.55); ^M(ftAPP5 llMII! 
lftBt{lt, B9O^^ilMM^Hsp9Oa(pT9O-Hsp9Oa)0JS^jR (%MM 

1.58)o 
® 16: MM PP5 lOTT Hsp90a 
A: MCF-7 ^PP5, Hsp90a 

^HS^, 3lfi^3iAPP5 Jg, M^(ftHsp90aBJSM4>o 
B: MCF-7 OTRNA^GSA* MX PP5 

7 



WO 2011/003369 PCT/CN2010/075896 

MTM, M?Mi«Hsp90a(ftM:, ^M(ftAPP5^ 
?£«TO(ftBt{lt, Hsp90a HJSit^Pc 

® 17: PP5 ^J£7KWPM#^ Hsp90a $)^%o 
® i8: PP5 
® 19: Hsp90a^##f4f/L#t^Wft50+M^I^3f#o 
m 20: Hsp90a##f4|fLjWpft50+M$t#^^f4o 

'$L%.%lMPW%M4n &. 
/^(ft^ltlrL# E9 (ft SP2/0-Agl4 /> 2009 ^ 2 H 

CGMCC No. 
2903 o 

/^(ft^ltlrL# DIO (ft SP2/0-Agl4 '.MJ^Slf 2009 ^ 2 
ft 24 B^lI^SItetlWH^IIi^^^ffiltetl^iMCGMCC, 

CGMCC NO. 
2904 o 

&$MWJ£ 

„ mmm&m 

izr^mmvsimim* 

Hsp90ao Hsp90a SEQ ID No.3, 

3^ SEQ IDNo.4)tm M.^$) Hsp90a C^m^A4^ft^o 
@itb, ^M, 

Hsp90a,J^j£^Mi#SEQIDNo.l SEQ ID No.l 
Milfoil, ^ 
$#4^ Hsp90a, SEQ ID No.l IllSl^yii SEQ ID No.l (ftIt 
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IMIlo SEQ ID 
No.l Hsp90a"^c"^L 

Hsp90a"f%iik^M^M4^#MrtfP^Jl^ffi^ Hsp90a m 

Mo ^EA«t, Ai^ "MX" nT-^ Stfffio 
SH^^SEQ ID No.l 

SEQ ID No.l 
SEQ IDNo.2 SEQ IDNo.2 fidJfm. 

SEQ ID No.l 
% 90 % 231 % 263 

m 109 ° ixmt, FmMXi&m 90 
Hsp90a 

EP1457499A1 MiftMb Hsp90a MT7®J£, 

Hsp90ao u EP1457499A1 
Hsp90a, Hsp90a, iiiRfcffilkfoffli Hsp90a Eft/JC^I^AE 

W0/2008/070472 ift Hsp90a 
Hsp90a fHA^S. Hsp90a 

A^AMMAiifiW^M/i^- C/iWILIi^ M, 
Jfilj&^ftj Hsp90a 7jc¥-^ 

HSP90a 
TOWJP^o Hsp90a^— 

mtt, 
m\±o *R 

Hsp90a 
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MIS^M}l^il^43^Hsp90a7X¥M^^A^3i 
Hsp90a7K¥M^MI^ Stifle®! 

IW; ^ffl^M}l^il^43^Hsp90a7K¥M#lJiT^MilSA^^^:, M 
A 7n A MiAA $cf PM^^M Bt f^ihy'n^T o 

Am ^^\>mmmAitAAA^m 

«iik, ##f4^^^HsP90a##m/L#o 

scFv, Fab, Fab'fP F(ab')2o £—, ffi&tfiWMi&UM 
A A CGMCC No. 2903 2904 ^MM^AA^AA^tKW E9 DlOo 

WiM^o ft5^#-^Pil/L#^^"^^^I±^^^R^(K6hler G & Milstein C. 
(1975) Nature. 256, 495-7)o Hsp90a 

T: AHsp90a^BALB/C/>lt, tf^^M^UOOjig M 

^AAAJA\^U^)AA ̂  •, 3 jnjjnJt?—-A^kAk.-> ^"llfilpll-tl, t)P?H 
3 MMt|WJ±, ^R^'JItM 

£tt (5-7 Ajs3tt«^); A 3 MAW&&&, «200^ig, IHSrt 
i±Io 3 ^jHM*M-%SP2/0-Agl4(SP2/0)^6&lf*fflJt (AM: ATCC, H 

CRL-1581) BA, HAT AUMWAMllkA:^^ 
^mt, ELISA ^A&&A^A, 
Hsp90a 

UMAAm, ^ffl^ft5^±^K^J^^IrL###f4^^Hsp90a, RjX 
Hsp90ao A^A'AMAA^, fAiMKWW^'Mt 

AMIIM^Eft Hsp90a, Hsp90a (ftizfe [| 
W> 90 A$}3MM> H231^^ft^ M 263 AAfa'A 

MM^ % 309 
'\&£AM 90 Hsp90ao 

AA^¥\^^AWMM.^iAAA^MXN)7^A $3 A& <> "1ffiA A 
M-n Hsp90a AAEA&&f£A^M fulfil ̂  
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ELISA 
Hsp90a &®'[4^HB&Hsp90a |ft$< 

J%, MinUWM HsP90a 
(Johnson et al. (2000) J. Biol. Chem., 275, 32499-32507) „ 

ititiik, fflft ELISA Hsp90a £ 

^t; 
b) ffi ELISA M a^f^lD^i^ Hsp90a 

Hsp90rfMi^f M; 
c) «M7Eiij^«HsP90a^^fi, 

AfrMo 

Hsp90a 
Hsp90a Hsp90a 

Hsp90a Hsp90a 
A^«, MS Hsp90a^^ U 

"HSP90a 
ffit£'1TOJMffiB£n^£Kj Hsp90afe)t#Ban, ffi ELISA 

"Hsp90a UB 
95% Hsp90a^S, MM Hsp90a^&, >tS^M^tJ#oano 

^m$gil7E#nanHsP90a^«, l#MM 
fPffl®M^{I, #iJ7E,ii^-«Hsp90a^^a:jl^ffit7X¥, JAMMM# 
ey+^if 14M(BP ^f4^^f4)3i^Ji?o 

vjmm ELISA 

|TL#, b) 
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°i$mm 

°m 
^m%^r<\ ava 'mm 

Mwmwraiom 
»06dsH 

o tl 
^/-

»06dsH °^S^ua0S(S »06dsH 
'Mmumm&W vsna 

\\m\\wmmmm^n »06dsH wm^mt 'mmmm wo6dsH 
^w^mmm^xd 'Mmumm&w vsna 
°Mnx7vmmmmm -n^nmrnmrnammm^-^tt "& 
^mm^m^mmmmm^it *>06^ mwwwte 

'iMiPi# 'straws 
'PPWii^iiWM "wmwm- '$WM 

c° °tm 'wwy%mmte.^ 
'^m '^T/|SI«a^u^€ °<<MW^W 

kzm cq mm '# 
w&mt& 'mMMmmkmtmm c* 

mmwmwnmn^mmk 

raw '^mmmmmmkmm^mi 
968S/.0/0I0ZN3/I3d 69CC00/II0Z OAV 
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JfRVR £Kjlfoj& Hsp90a UM m ^ 

m, #3t*i, ILI^, W&M 
i®, #«, fijfiLjli. IM, JIM 

lE'BA^M Hsp90a (ft^HI*! 2-50 ng/ml, 

2-10 ng/ml, ^i#;%l+^(ft^#(ft.lfiljfc Hsp90a 7jC5lz?li7'lE^tA7R 
¥, MWIcHsp90a(ft7K¥^^#(ftI^#rt^ 50 ng/ml, 
200ng/ml7RTO±o &{£#jfiU&£Kj Hsp90a 

ni m T««J ^jimm <> 

ft (ft 
Hsp90a 7X¥, ^jsWg#Banrt(ft Hsp90a 

nltbfto Hsp90a 7KWFM§7j^,i# 

Hsp90a7K¥S 

# (ft BJ tkiffi A o 

^ Hsp90a7K¥M^^A^3ifflMf^o 3/jtb, 
i $ Hsp90a TK¥» 

M®T \fc&, fiis Wg#on $ Hsp90a 7jC WJ®Ti^A^^ BJf £ Q 
I^IItlo Hsp90a7K¥^$^^#^^WM^BTtbf4^Ao ^1 

±iEA^B£n, 

Hsp90a 7jc¥ M *f It^fii#fi#|J®T» ^jth, BJ^ifR BJ 
Hsp90a7R¥, 
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Hsp90a 7jC¥«T tkMl, Wg#Ban ift Hsp90a 
o Hsp90a rtj/jC^^C Hsp90a 

(ft Hsp90a P/sE 
^7E^0tff±^^to ^jtb, 

Hsp90a7jc¥, 
Hsp90a TK^^f ^jnW^#Rnrt 0tl Hsp90a A 

^I±lEA^7I?, -%#rW 
®T^SfPi#®T0tl^'£H¥, (ft Hsp90a TK¥ 

mmwMmk. 
m, 
wmmm^n&%mmmm.m^mmmmmmm.° ®&, OTA* 

^^#iJi?o MMs", 
##f!o TO, $t 

(ft HsP90a yK^m^mm^Mi^&mmm, 

I&rtEft Hsp90a ^Ffn], @ltkM}i^Pf|lJif[Ls^430tl Hsp90a W^tt^PfO+MEft^c 
JtfP^#o^BJA®iM:« HsP90a m^mKWn^mmPhU^M^ 

/W, JfiL5^ Hsp90a BTW^—^ff^Kj 

Wg^BJ(ft-^MA":ct j^^Wft5^lJ^Hsp90a##f4f/L#o ix& 
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ft, 
Hsp90a, Hsp90a I IR43 $3 

H90^Mt^ H231 
% 263 % 309 
^90 Hsp90ao 

CGMCC No. 2903 2904 
^cDiOo 

56%0 

^f^ifL###'[4^^JfiL5^4J^Hsp90ao j3ffetif/L 
CGMCC No. 2903 2904 E9 

& DlOo itmt, Ff(&tKWMiAUiktKWM^tKW^^ti$i° 
7J^, Hsp90a, Hsp90a I 

H231 
\tL^]^UM, % 263 % 309 o 

90 
Hsp90ao Jf&m&ik 

tp £n % @3, Br J£ ff tP frffl £n iky7 Tr'J 0 
*&WA&mi, ̂ fMMM^m HsP90a 

II 5 (Protein phosphatase 5, PP5) i£ilf4 
Hsp90a WM^mM.%, M PP5 ^fcK^P£P3W; ^ttltlt-

Hsp90a MPP5 6®j£7jC¥£PMco @ ifcl+jlf M#Msp90a 
IftTfcWPJlrt PP5 ^7K¥M^iffi^o PP5 GW& 
TK¥» Bl^fIil^M^IS^ilJ^L^430^Hsp9Oa >AMnT^®rjtt 

Hsp90a PP5 
1?c ^MMMlj£tl^PP5 Hsp90a^^^ilJTW 
f!l, PP5 6®j£7jC¥, ^I^v^^Hsp9OaW0JS^^^Ro @ 

PP5 &j$M, >AMMHsp90a^^, WnJWP» 
SflltPilii PP5 vjimu 
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iLiiysiffljiMCF-7 @jifcPP5 
@itb, 

Hsp90a ffiMMiko JfRvR 
Hsp90a % 90 IMWMMtiWMito 

PP5 
St, J.ititiikBTM}lS@^A^^}lfi^3iPP5o ^ 

sm ID N0.5 
3^PP5^M, SEQ ID No.6 jjf/jt 
mmmm^ PPS 

Hsp90a 
o 

Hsp90a 
Hsp90a£Kj^^fi, 

I}X&WMM$i Hsp90a^14^fM&^j£o 

^mmi: f!l#, M«Hsp90a 0®$| 
itffiTOM 20 Balb/c /> H (j^ 

^mv^), mw^m^, II3K- s^^iifT®AH22/MtM 
IfflJl (CCTCC, H^-: GDC091) AlfflJUt io6^\ MlWIifW 
Mo (^20 A) Bt, 
^^PAfAWr'J, #Ban£nJ|^t^:ML, IMIWilo £jfiLl|fc 
HjS^4°C, 6000g^hM&, M±ln, Hsp90a 
fill fV'V:, b'lW^J Rabbit anti-human Hsp90a pAb (Labvasion)o yfIiI j IJ BCA W; 
(Pierce) fM#^#nan^±#fi (Mfi*) &W 

—|S[o Hsp90a 
54" ioj o 

^»j2: f!l#, ^MJtHsp90a^ 

16 
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iXiE^A^^tA^J^L, & 24/HTOrt, (4°C^^) 
MM&P&it, #Ban£nJ|^t^:ML, Iffilttilo ^4°c, 6000g 

M±ln, ^ 

vElt^ Hsp90a 
i7f#n0n^i#IMl: 11^, 

±# 1-2 W\Mf SDS-PAGE, — mMPSlsk^: Hsp90a lft##f4f/C# (A 
SPA-840, Stressgen), 

ITL# ^^n®2j3f^, 
tHsp90a^s:, Atm^ io{te^^^(A); &miBmnu 
^I/Uf^AHsp90a -^lE^tAffitt^W 2 
(B)o 

3: Hsp90a##f4^^fAfP^lt#-lrL^ft5^ 
{M S Hsp90a-Sall-Re: ACGCGTCGACTTAGTCTACTTCTTCCATGC 

(SEQ ID No.8)fP Hsp90a-Sphl-For: ACATGCATGCATGCCTGAGGAAAC 
CCAGACC(SEQIDNo.9)^fW??y£iJ&£Kj3ltf (^ I Invitrogen) fP 
PfuDNA^It NEB) ^AFFIfEcDNAjtJ^ (^Jf: Stratagene) 
rmnm Hsp90a£-£/??y, Sphl fP SalK^Jf :NEB)>tf>tl£fP PQE80L 
fc# Qiagen) WTXXM, #ilJ(ft>tT4 ^ff|| (^Jf: 
NEB) Top 10 M (Mf: 
Transgen) 4^®!^r^fP^iiE, ^iiEjn EftM^^ft^iy BL21DE3 AWfH 

C^fv^H: Transgen) #iyiiiiA Hsp90a IIS° H 
IRAHsp90a^S(ftM^^: ^-T^MUfSPHP, pH6.8, 10 
ms/ml Q HP, pH7.8, 19 ms/ml Eft ijfe I& lli$ o 

>95% fitllMA Hsp90a ^ 
ioo^g/Ko 2 

2 2Jn^H l ^WkikM i ^P5M 
2&, #^;&R3B&$U5 7~io A^liftMX^., ^ 
Jlin 1 8 A, g-20°C{^#o {MfS 
I^WIrLilC0tl^fPWW^t3i4fM^o S2o 
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fMMA Hsp90a BALB/C H, lOO^ig M 
3 jnjjnJt?—^ll:S 1R]_t» JPIH 

3 MMt|WJ±, ^P^'JItM 
£tt (5-7 Ajs3tt«^); ^ 3 «200^ig, IHSrt 
i±Io 3 AisM^Jl^ SP2/0-Agl4(SP2/0)^3&lf*fflJt (^Jf: ATCC, H 
^•: CRL-1581) fM HAT 

^E«fP ELISA 
Hsp90a ^M|c E9 fP DIO, : CGMCC No. 2903 
fP 2904, T 2009 ^ 2 M 24 B^fl^F CGMCC o 

ELISA mM E9 fP DIO ftjMh 3 #r^c, E9 fP 
DIO 500,000, Hsp90a3i4f^ilo |B] 

ELISA tfiMW&MittT: {MMA Hsp90a ^ 4°C&^ffi£, 
^ 10 ^ig/ml; 37°C|f®—/>0tjgJpA^M 1:400, 1:1600, 1:6400, 1:25600, 
1:102400, 1:509600 E9 ^ DIO, 2/>0t; 

1 '.M, {£ 
J&S'fe, 7" OD 490nm illlfc „ 

^»J4: fMH#-l/LE9fP^f/LS2 (^^^ ELISA) $fllfilj& Hsp90a 

ELISA Hsp90a 
Hsp90a 

[S2 3 ^WrTfffl^) , 
ttitiK^J##®?^lt#-f/LE9 3 7®J£) o M 

nT& 5 ng/mlo 

^#M5: A^t#Ban^ll, ffrl#, WMJ&Hsp90a finite 
ELISA) 

iXiEmA, ^ilsA^^A24/>0t^rt^^^, 
^ 4°C, 6000g 

ELISA Hsp90a ^ 
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Hsp90a 
ELISA Hsp90a tfjtfiW, 

^|TLS2 4°Cfftl)rt, 37°CM 
10 f§, ^?L 

JRA 100 Hsp90a#Ban^^ 10 
MF^MWit; f37TCif2MJs, flRA^I— 

#I/L#, i^H#-f/LE9 3 7fffli£), 37°Cff?W2 
^0t; 1 'bN, {M4P 
^JKS^, T OD450nmiifio 5, 6, 7#r^c0 

M5j^, ittitiit (.m^^mmmm^mmmx, ̂ 7 
\fy\) ifnJIc Hsp90a 2-10 ng/ml 2-5 ng/ml; 69% 

(20/29) Mi)SA (29 $1) lfiL5^4JHsp90a^fi^ 50 ng/ml l^±, TO 
10 P =0.00263, (A); 64% 

(9/14) M^A (14 $|) ifiL5^Hsp90a^fi^ 50 ng/ml l^±, 
10 f££KtfW,P=0.0497,^£t^ (B); 78%(25/32) 

ILIfelS^A (32 $|) « Hsp90a 50 ng/ml l^±, 
J+^AffiFfcW>10f££KtfW, P<0.001, (C); 100% (10/10) 
IHIH^A (10 ^j) MM Hsp90a 50 ng/ml W±, 
JttM^AffiFt^lO P<0.05, (D)o 

iM6 #f^c, (^ 17 $|, 7 $|) (A), Mi® (^ 
IO^IJ, s^wi2fij) (B)fpiii^ (^2i#ij, 
(cyjnA^, Hsp90a S 

^^fF^iP {t=0.003, ILI^P {1=0.002, ^£tm> 
M 7 $T/j\, ^t^E^A, ill10 $!|(A)^ IFF^ilsA ( ¥FF 5 {^JfPZi 

fF5#!l) (B)«43Hsp90a^^S:^ 2-10ng/ml^fH], -%iE^A (3$|) 
Ft, Pfl^lJ^J 0.2988, 0.5177, 0.138, 

6: Hsp90a 
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iMTOM 20 it 
^), ^16H, MT^AHela^I-lMJt (^Jf: ATCC, 

CCL-2), io6^0 ^ 
^2 (^20 A) Bt, imm 

HilEft Hsp90a Eftf/L#( All#-I/L> Stressgen) 
^iiJfiL5^4q^Hsp90ao 

Hsp90a ^«#f4iK£0A^ fM^FtbiK^JH$l (ft Hsp90a (ft^#MR3!j, 

iM«t(ft Hsp90a Jtil+^Jt#M^(Kjo 

7: HsP90a ^ c 

Hsp90a-pc3.1 -Nhe 1 -For-Myc: GCTAGCTAGCGCCACCATGGA 

ACAAAAACTCATCTCAGAAGAGGATCTGCCTGAGGAAACCCAGACCC 

AAGAC (SEQ ID No.lO)fP Hsp90a-pc3.1-Xhol-Re-nostop: CCCGCTCGA 

GTGTCTACTTCTTCCATGCGTGATG (SEQ ID No.^&^^St/f^iJ&^J 
3ltf (^i Invitrogen) fP Pfu DNA MiiM NEB), 3 

^fWJEft pQE80L-Hsp90a ff'i-lf#i!j Hsp90a 
pcDNA3.1/Myc-His(-) Invitrogen) ^, %3\^(£ 

N Myc fe^£(ft Hsp90a, Myc-H; E±3 
Hsp90a-pc3.1 -Nhe 1 -F or-His-Myc: GCTAGCTAGCGCC ACC AT GC AT CAT C A 

T CAT CAT CAT GAAC AAAA ACTC ATCT C AGAAGAGGAT CTGCCT GAGGA 
AACCCAGACCCAAGAC (SEQ ID No.ll)fP SEQ ID No. 12 

J^Eft'?!#? Invitrogen) N ^iM]^h^#R^^^i?(ft His-Myc # 
His-Myc-Ho MCF-7 H 

Hsp90a (BPMttj£(ft Hsp90a, E fW > 

A Its (ft Hsp90a) (Kj^ff^c ffif/L Hsp90a, ifCMyc#^, |TL His fe^(ftf/L 

HsP90a M&ito ^iis^v«jji^(ft 
Hsp90a^C^m^AOT^ (®9A)o 

U Myc-His-H MWtk, C ^(ft^H^ftM (EEVD) J£4T 
^ EE->AA EE Ala SEQ ID No.ll fP 

Hsp90a-EE-AA: GGCCGCT CGAGT GT CTACT GCT GCC AT GCGT GATGTG 
(SEQ ID VD->AA VD 
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Ala ({M SEQ ID No.ll fP Hsp90a-VD-AA: GGCCGCTCGA 
GTTGCTGCTTCTTCCATGCGTGATGTG (SEQ ID No.l4)fitlfCT^JW^i 

All Ala EEVD Ala ({M SEQ ID No.ll 
fP Hsp90a-EEVD-AAAA: GGCCGCTCGAGTTGCTGCTGCTGCCATGCG 
TGATGTG (SEQ ID CA4 ^ 

EEVD ({M SEQ ID No.ll fP Hsp90a-CA4-Xho: 
CCGCTCGAGTCATGCGTGATGTGTCGTCATCTC (SEQ ID No.l6)0tlfCT 

MCF-7 4^ 
Hsp90a Hsp90a, E 

Hsp90a) Uo mL Hsp90a 
Eft Hsp90a Eft^^o C 7f^mEft T?T 

Hsp90a |fti», 
£b£KJ Hsp90a C iM#»JJl£b£KJ Hsp90aC 
^M^fi^EEVD (®9B)o 

8: AlfoJ^ Hsp90a 
MiiA24 

Hsp90a SP#5fe^ffi##f4iK^J 
Hsp90a Eft^^3^bllf/L# C^fv^JI: Labvision) Hsp90a 

Hsp90a C 4 EEVD ift^^bil/L 
ft (Anti-C4) (ifftl, EEVD HiMI 

^il^43^Hsp90aC7^5M^^^ff^o 
® 10 ##f4iK£0 Hsp90a C 4 EEVD ift^^bilrift 

Hsp90a, M^t£iK£iJ«4^Hsp90a, \M«^(ft 
Hsp90a Jt C 4 -^Jl^ Hsp90a ® 10)o 

9: AMMS$ $ Hsp90a $fl 
MiiA24 

HSP90a gp#5fe^ffi##t4iK^j 
Hsp90a Eft^^3^bllf/Lft Labvision) Hsp90a 

Hsp90aH 90 ft (Rabbit 
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anti-phospho-(Ser/Thr) PKA substrate pAb, Cell signaling) lO:I fit.yfc111 fill 

Hsp90a % 90 
11 #T^c, Hsp90a Hsp90a % 90 

itL&M3MMMWiik$}trHsp90a 90 

10: 90 Hsp90a 

ELISA Hsp90a 
S2 3 7®J£) T 4°clillM, 

37°Clt®—/>0tjsJp#i|«#Ban, #$!«## 10 f§, ^?UJRA 100^1 
fc; ^ 37°c m~w 2 /> 0t jg, an 90 HSP90a 
£ftf/L# (Cell signaling), 37°Ct?W 2 

1 ^04, OD 490nmi|jiio 
M&, P{1=0.003, 

t 90 Hsp90a 
pig O 12)o 

11: 90 Hsp90a ^fifP 

Hsp90a 

(&8>ffr) Mi)sA^«^0t3i4fB9O^^^^iiM 
MiWJ Hsp90a ^fifP Hsp90a Hsp90a 

5; % 90 itL&MSMBMWiik Hsp90a 10o 
^nJIS^, 90 Hsp90a ^fifP 
Hsp90a Ifcfft, ®^/>iiE0JifiiJW (ft Hsp90a j§^ H 90 (ft^ 

R Hsp90a 90 t^lllllft 
(ft Hsp90a (ft^fi^TO (®13)o 

12: % 90 Hsp90a (fti»^f!(ft 
4]#ilJ^pcDNA3.1-Myc-His-Hsp90aM^M (X^i? 

£ M Hsp90a ( WT Hsp90a ) ) , it Hsp90a-T89A-Sense: GATCGA 
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ACTCTTGCAATTGTGGATACTGGAATTGGAATG (SEQ ID No. 17) fP 
Hsp90a-T89-AntiSense: C ATT CC AATT CC AGTAT CC AC AATT GC AAGAGT 
TCGATC (SEQ ID No. 18)ift3\ Hsp90a 
(T90A), SPJ|90^fi«ft»®;W«, lift. 
(T90AHsp90a)o MCF-7 i ATCC, H^HTB-22) 

4^ Hsp90a (WT) fP^MfP Hsp90a (T90A), MUt# 
36, Hsp90a (BP££:Jt^j££Kj Hsp90a, I* ^y^l^I^iL AltliEft Hsp90a) 

mtL Hsp90a Hsp90a 
fto 

^i?^MHsp90a MT90A^# 
U, i&M 90 HsP90a 

(® 14)o 

13: PP5 £MMlt Hsp90a $}% 90 
% 90 tlllilltl Hsp90a (pT90-Hsp90a)ffrl#: MIRA 

Hsp90a A (US Promega (^0 
NEB 4V^J) ^ 30 1 tJj pT90-Hsp90a , H&jf 

pT90-Hsp90a ^SfPMA PP5 ^ 

0 Promega 4*WI) 
^»io ̂ ^n®i5A^, pps 

i^flMTOTOSl^R, P {I<0.005, ^0JJPP5 Rm>& 
(Ml): ̂  pT90-Hsp90a PP5 3£IWW, 

l^flMMTOillSl^R, P {£<0.005, ^0jJPP5BTl^ 
Hsp90a $}% 90 Mlo 

AAAIW cDNA XJ^Jf jf #ilj PP5 £Kj£-&/??y(SEQ ID No.6), 
ilP?lE^ljp^^ilJ pcDNA3.1/Myc-His(-) Invitrogen)o i£A!L 

MCF-7 tp&A&mw, itfattiio RNA ^ 
A, U 5'-ACTCGAACACCTCGCTAAAGAGCTC-3' (SEQ ID No. 7)^ 3/ PP5 

siRNA ftJ$E/??y, ^AfWA PP5 RNA (^ Invitrogen ^), 
MX PP5 M, « Hsp90a iftH 90 
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15B^, Jg, B 90 Hsp90a 
(pT90-Hsp90a)BJSM4> (;WM£i^ 0.55); PP5 llMII! 
&Wl£, B9O^^ilMlft^Hsp9Oa(pT9O-Hsp9Oa)0JS^JP (%MM 

1.58)o 

14: PP5 Hsp90a £KJTK¥ 
PP5 Hsp90a H 90 

PP5-NheI-For: CTAGCTAGCATGTACCCATACGACGTCCCAGACTACGCT 
(SEQ ID No. 19)10 PP5-XhoI-Re: CCGCTCGAGTTAATGATGATGATGATG 
ATGCACGTGTACC (SEQ ID No.20) t&ffc ift 31 $J)A AJFFIJ± 
CDNA PP5 
pcDNA3.1/Myc-His(-) Invitrogen)0 MCF-7 
4^Ai^fc#, ®fM#^Hsp90a^7K¥, ^HS^, 
3lfi^3iAPP5 Jg, ^I^v«^Hsp9Oa0JSM^ (®16A)o 

MILIUM JM MCF-7 4^ RNA (ItAWA PP5 
RNA, Invitrogen), X4A PP5 

Hsp90a£Kj7jC¥, ^trt^^APP5 
M Hsp90a BJfiifiP (® 16B)o 

1 15: PP5 
£A?LHMMJM MCF-7, SKBR3, MDA-MB-453,435s fP 231 (ATCC, 

H^^lJ^jHTB-22, -30, -131, -129 fP HTB-26) 4^ 
Ml M 1*1 PP5 ^J£7KWPM#^ Hsp90a ^jAUo MCF-7, SKBR3 

MDA-MB-453, 435s fP 231 

MDA-MB-435s fP 231 

^HS^, !!§*fflJtl*l PP5 Hsp90a, 
PP5 M#$^££KjHsp90a (® 17); |WJ 

04, Hsp90a M PP5 
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(® 17), #MHsp90a&MfT?@-?PP5 

i6: PP5 
(wound healing model) |&$!| PP5 

M IMxt^ fi&jj Eft o 
MCF-7 4^ APP5, 

ife, McMPP5(ft^j£, 12 ?LI1, 
E(ft0m M"^P", MT^ftlfflJlte, &§r 
#^DMEMJt#S (GIBCO), 37°C ^^^#0 £ Oh, 12h, 
24h (® 18A)o PP5 

KiWfDi ^HS^, MI&PP5 RJWTO MCF-7 ift 
IfflJlffiMkiJ, MPP5^Bl^{£3iMCF-7MIMWM£±I (® 18B)0 

17: «Hsp90a##f4f/L#Wft50+M^IM#^f4^^i|o 
P(wound healing model) ^UllfnJ^ Hsp90a 

W M3M ^ ̂ '14 o 
W MCF-7 fP MDA-MB-231 IfflJl (ATCC, HTB-22 fP 

HTB-26) 12?LI1, 
TW^P", ^jr^jite, DMEM 

(GIBCO), IW#R Alfoj& Hsp90a E9 (20 ng/ml) 
SWMlgG (20 ng/ml), g^ 37°CJt#ff£ Oh, 6h, 12h, 
24h, 48h m 72h ift 0t{im^JBI^P"o P";t^(ftM^^tJ 
Hsp90af/L#^IM#^W^^ffio ^^n®19j^^o jfiljfc Hsp90a 

MDA-MB-231 (® 19A) fP MCF-7 (® 19B) 
>40%&W$!|o 

3MTOM20 
^n), HftEfi# BI6/F10 (ATCC, H^: 
CRL-6475) ^HUAIfflJSIfc 2xl05yho ^11 8 K, 
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1(IgG) m&MM (Hsp90aAb) (/Jnt^ltf/L# E9), ^ 
40 ng/w%k> 15 itWtiw 

® 20 PJT^, M.%. Hsp90a B16/F10 
(A), >tfM^iWP»^56% (B)o 
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& « n « =ti 

1. ^#^(ft^Jfe, M^SEQ ID No.l SEQ ID 
NO.I 

2. 1 #n£(Kj£ljb SEQ ID No.l (ftft»JWyt(ftit i 
IlliMlft^: H90^Mt^ H231 

4&(ft^iOi£> H 263 H 309 o 
3. WJ^2 
4. 1-3 

^^(ft^SEQ ID No.l (Kjlt^/f^iSEQ ID No.l (ftftSM5^! 

5. mm# 1-3 
^^(ft^SEQ ID No.l (Kjlt^/f^iSEQ ID No.l (ftftSM5^! 

6. 1-3 
^^(ft^SEQ ID No.l (Kjlt^/f^iSEQ ID No.l (ftftSM5^! 

7. mm# 1-3 
^^(ft^SEQ ID No.l (Kjlt^/f^iSEQ ID No.l (ftftSM5^! 
f& (ft MX (ft TK^M^IJ ffiMN1 Mils A (ft A > Wt$T$M$J ^ff W$cf P/sE 
#£ ̂  f1^0t W ± ̂  ?r (ft-T& ̂ 'J Ik^ (ft Ml o 

8. WJ^4-7 fF^i. I 
#3tji, #E*IM, IMM, #EI, ILI^, fttr^yi^, p 

I§i®, #nii®, ^11;®, fS|M, '/fi®, Mo 
9. WJMc 4-8 WMt^^M&MXi&'W^ 

f4|f[#o 
10. 9 (ftim 

to 

11. MJMc 10 (ftffiji, scFv, Fab, Fab' 
fP F(ab')2o 

12. UM^ 10 CGMCC No. 2903 
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^ 2904 E9 ^ DlOo 
13. MJMc9 
14. 

SEQ ID No.l 
% 90 % 231 % 263 $$}&% 

m, m 309 ° 
is. mm# 14 GM&, 90 

16. 1-3 

17. WJMcl6^ffiji, ^^^f^WJJt^SEQIDNo.l iftftS 
SEQ ID NO.I 

is. 17 BOT&, 
So 

19. 17 iftim 
SEQ ID No.l 

$$367§#lfMt0tl: H 90 H 231 % 263 

20. mm# 19 GM&, 90 
$$Mik&}$Ti&£Ek° 

21. 16 CGMCC No. 2903 
^ 2904 E9 ^ DlOo 

22. MJMc 16-23 JFFilS. 
s*i, mii^, y#Eis, ILI^, fttr^i^, 
p^> iwi> nmm> &«*> m&mnm> 

23. ^ 
Hsp90a Willto 

24. 23 0W&, Hsp90a H 90 & 
^jiti^iifto 

25. 23 f£ 24 Ifi3 
5 ^Wo 
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26. MJMC25 
27. M^25^^,S^j^^^|f^l|5^SEQIDNo.5 
mm Oo 
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