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HSP90 £ FL R g AEdk ZR-75-30 iy
ik B AR B R 2268 ) 9 R

Fa ol RAeH, R
(BERERRFEERMEZBREEBHTE , K 400016)

[ )8, . BFHIREED (Heat Shock Protein, HSP )90 7EFLAR B 4B MR ZR-75-30 R igRIE B v 4 MR B2 22 58
BB FRRTT AR U B B o ik AR AMESE ZR-75-30 FLARAE4UMEHK , LA HSP9O I Geldanamycin ( GA ) YEFEALTE ; S fiE
ENiHEAR ( Western-blot ) K3l GA 4bBEH{ /R HSP9O 7EPLAR 41 bk ZR-75-30 AR AL ; WEML 22 Ho s (MTT ) BRI GA
XF ZR-75-30 SRR R I 4E 7D ; e 22 Hh£5 ( MTT ) 36 W8 A X A T2/ R ( Matrigel ) RGP BE 71254k ; Transwell Cham-
ber I MM BZE STERE A . 45 R HSPOO #MIHI7 GA Xt ZR-75-30 UM A R M VEFE , 26 RAIBKH LR ;
GAYERI/S HSP9O ZEFLAR M A Mi bk ZR-75-30 &5 8 B T f&; HSPOO M %7 GA AbFEAFLARM M ZR-75-30 BURE R B R
i GA K5t BRA T B (P<0.01 ) ;76 GA RALBEX B R TR L B FRMMWPB TN 954+52,103 +154 5 GA b3
LA FEAIMN 462+ 49,524 + A LA B B EWER (P<001), %% @t lH HSPO 7ERLARE Mtk ZR-75-30
B35, GA BERA B 55 PLARME 4R M bk ZR-75-30 3T H{RFRAE 77, HSPOO SFLIR M MU 7E RABF B RE TR

[ X907 | FLARE S0 ; HSPYO; Geldanamycin ; 5 #

(FEERIFEESFHET IR [STakéRinag A (4r# B #8]2005-11-21

Expression and effect on invasion and metastasis of HSP90 in human

breast cancer cell line ZR-75-30 in vitro
LUO Hongxia, et ol
(Department Of Pathophysiology,College of Basic Medicine,Chongqing Medical University)

[ Abstract ] Objective:To investigate the expression and effect on invasion and metastasis of HSP90 in human breast cancer cell line
ZR-75-30 in vitro and the mechanism of anti-invasion. Methods: The protein expression level of HSP90 in ZR-75-30 before and after
treatment with HSP90 inhibitor Geldanamycin was detected by Western-blotting; The effects of GA on the proliferation, invasion and
motility of human breast cancer cell line ZR-75-30 in vitro were explored respectively by MTT colorimetric assay and transwell chamber.
Results: After treatment with GA the protein expression level of HSP90 in ZR-75-30 was decreased, and the proliferation of ZR-75-30
cells was obviously inhibited in a dose and time-dependent manner. Compared with the control guoup, the adhesion, invasion and motility
abilities of the ZR~75-30 cells were decreased significantly (P<0.01). Conclusion:The results showed that The proliferation and invasive
ability of the human breast cancer cell line ZR-75-30 can be suppressed by Geldanamycin and heat shock protein (HSP) 90 is associated
with the invasive and metastatic abilities of breast cancer cell .

[ Key words ) Breast cancer; HSP90; Geldanamycin; Metastasis

PYKFEHE (Heat Shock Protein, HSP ) 90 £ — Y, ERHYVIRRALKRTZLEP, Geldanamycin
MEENSFHE, BREREARNZEER, (GA) B THEMEVDBEREIAEE, 2 HSPIO —
TR HERE O EFREMEINERY, HIHIRRR  FRAMGIH, fEEM 1L HSPO ZIEHIIEE, AT
HSP9O EZ MM E AR PR EHBFA R, H5 FTFIA GA #AT T, LA T % HSP9O X 2L AR % 41
MREIRE, RREEMBEEYWEITRHRRE  $kZR-75-30 M5 KK RREH W, HET
HAERIYLH

EEMB. T E(1974- ) LML 4,
ERRT 6 RS "
EETHE. ¥ & E& K447 54 (No.cx200319), 1 MEETE


http://www.cqvip.com

B ERI 38 2006 &£ 31 %48 38 (Journal of Chongging Medical University 2006. Vol.31 No.3 )

.0 0 0 http://www.cqvip.com|

— 3283 —

1.1 ##
1.1.1 EEREA  —H . HSPIO i A B spEdisk ( i
HEEAE); —H: BRI EAYBEIRICHEHIR G
(Santa Cruz A ®] ) ; EAS TRITHES (Sigma AF] ) ;1RE
/INZZ ( Transwell Chamber ) (35 [ Costar 2>F]); B¢ Matrigel
(%= BD /A8 ) ;GA (3EE ALEXIS /A #]); RPMI-1640 355
# (% E Gibeo A7) ;/MF I (TBD AF ) 5 W EBHER
etk (MTT) ( LigERAM TRARAR ),
1.1.2 ZAfsk  FLISSAARER ZR-75-30 (EKER K=
BE BN i M) NIH 3T3 408 ( AZRA7F) .
12 Fik
12.1 ISR ¥ ZR-75-30 HMRER T & 10%/M- Ml
EH 100U/ml B E, 100mg/ml HEE ,pH7 4 5 RPMI1640
HxREP, B 37C,5% CO, BiFcfAF ¥ HEFR, EXBAEK
BIREATCER
1.2.2  MTT ZAM HSPOO 17 GA Xt ZR-75-30 HARAHY
FIMEITER  BOBUE K ZR-75-30 4050, R AREE S
5x 10* 4 /ml, BFLA 200 w | AR T 96 FLIEFRARPY, [RIAT
PRI B . 4R RRAE .GA B (RSr ARk
& : 12.5nmol/1..25nmol/L..50nmol/L.. 100nmol/1,.200nmol/L. ) . %
HZ 5 MFITIL. B CO, HiFfHif, 49T 24h.48h.72h
JEBUE 96 FLAR, 20000/min 30> 10min, 85 THE S TLHE &4
THBLERE, m200pV FLEMFF 1640 & 20V FL MTT, B
FE3% 4h, BUH F5 2000r/min 3.0 10min, 3EEE#, 0 200wV
7L DMSO BHFH RS, (P MG, MHEITE
ARITF -

?ﬂﬁﬁ'l& =(1-3LEeH Am{E I XTERA Asy {8) x 100%

[FyEt B Sk B 1Cs = 34nmol/L, B € 17nmol/L (
Bk E ) BURERESE.
123 Western blot 2+ JIH GA RAEFHA1E R G 6975 &
ZHAHT 105 4NN 4H B BYAR Y RIPA ( TritonX—100, =S RS,
NP-40, fi £ BE44 ,EDTA ,EGTA, 1 x PBS, Aprotine % ) 1ml 1
PMSF 10 p.1 244® 30min, 4°C & .L> ( 2000r/min , 30min ) JF I E
Ho RIFMA 1/5 4RFH 5 x EREZE b 288K E W Smin &b
HFLL 200V EREBEIT 109%SDS- B8 4R BE RS e 3k 2
B B E PVDF B,37CHAR L, MA 1: 500 BBEMN%R
H A HSP9O £ FifEHi& 37°CHEE 2h, PBS #k 3 IR, 10min/
W, IMABAR T EAL YRR TR E TR 1C 15 F 2h, 8L 3
WIS TE DAB WP B (0, B —actin fEP T , Western—blot 25
FRASRRGAEEABR, F Quantity One 4.4.0 8444
¥7,F HSP9O 5 B —actin FHLERREALER,
124 FLERBAM ZR-75-30 5 3 fie I BT 4 K5 B 85 17 o)
FE # GA LU 17nmol/L 3K EEINT RPMI 1640 8538 &, 5
ZR-75-30 AL LE 37°C 5% CO, &£ T L EFH 48h, £
0.1%RE LR HEL MR .PBS SR %5, Ll 0.1%BSA-RP-
MI-1640 PH4HML K 5 x 10° 4~ /ml, SN AZHLEHK 20001 F
Matrigel 5 . g 8 .2%BSA 4540 B 5 £ 96 FLAR ; CO, 53¢

#545r29%3 % 30min . .60min.90min.120min J§, FEEHRE,
PBS s 25 A K B A 4B ; 3 PBS S i MTT20 e 1, A
RICI 7 RPMI 1640 200 1 1, CO, SEEFE 9 3h; RFEIETE L1
YR ,DMSO200 0 | 75/, WM 8 fn, REHK SRk MY
570nm M & FLRLRE (As ) H, HE MR, R
FHRIEY RPMI-1640 ¥E3R3f e, FHAETH 3 K,

AL R 2R = SCIRH Asy (B / STIRAL As 1 x 100%
125 BEIE #HE&EBEET: B 10%8/0FEY
RPMI 1640 #i3%3% NIH 3T3 44 ( 100ml $55%H# ) ,37°C 5%
CO,, HUAIREE , M 4R % 80% 1 F1 B i A BRAL K % 3 1K,
RIS TG RPMI 1640 ¥ 3ml 353% 24h fGikisE F ik, 58
L, 20CIRTFE .

5 Matrigel ¥ 40V FLEEI S TE Transwell Chamber fil
L, BB 30min B $EAMT T B R , LK AT 30min BRI
i 8

ZR-75-30 ZHAEHLIG IR, FRARME AT B KIS
A TFHANZY ( GA 170mol/L ) , XF BRI ARNZY , B FE 40 48h
J& 144k, H8 BU AR 2.0 x 10° 4~ ( RPMI 1640 % 0.6ml )
R B BB ) Transwell Chamber, 34§ Transwell Chamber &
F 24 FLARPY 24 FLAR A INA NIH 3T3 400 Eigm (#1tklE
F) , 8L 0.6ml; 5575 48h f5HUH Transwell Chamber, FIfRZE
3234 Matrigel, PBS ¥ 3 X ,95% Z BE[E E 15min, HE %t
£, ¥ T Transwell Chamber IR MTEEBE R L . SR HIE 7
400 548 T AN IBAR A 515 5 M EF R AR 40 B 8, i
BV HE NI B, SRAMYRAES 3 K.
12.6 T#CE A NIH 3T3 40 b e miaikn S
M EE T Transwell /N2 B REEEE, HERMAH Ma—
trigel, RSB SR ET AN . Bt i SRRSO B
MARHT BB
127 Sit¥Fk KA SAS 8.0 S 4HIT AN, HE
BRI (x2s) Fm, RA c B HFES, L P<0.05 2k
FREUER, P>005 HERERBEH,

2 &5 R

2.1 MTT %42 R ERE GA st ASLR & ZR-75
30 et M eg et ER K &

FEAR BERIE N, GA X 40 L 4 41 i 3R 38 K, Bt
VB B FE <, F0 ) 2R 388 o, B D4R D ] - 3
BHHEME(RLE 1),

2.2 Western-blot Z& %

HSP90 %137 GA (17nmol/L) fE A 72h J5, K
INZSFINZS 5 HSP9O & [ &4 A X S % BEH 2 31
H 1216 +0.013 F1 0428 +0.052,HSP90 7
ZR-75-30 ZMIPHRAABTR(RE L),

23 ZR-75-30 mAEAE ML AR B (LA 2)
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L MITEENARRRE CA (ERRRRER Z8-75-30 MRS AMBIER (v«

GATEHE (nmol/1) 24hdirfil Ak % 72l
12,5 0.0567 + 0.0254 0.1125 £ 00102 01656 +(.0869
25 01581 +0.0188 02954 40,0401 04110 +0.0470

50 0.2762 + 0.0498 03781 £0.0611 0.5367 + 0.
100 0.3821 £ 0.0093 05214 £ 0.0909 07075 = 0.0345
200 04948 +0.0635 08191 £ 0.0371 09113 = 0.0879

F=5682 P<0.01
{11 K PTG

=104:82 1 <0.01
[T FLAAEA 1R RAT O F i

P 1T TR 2 ] B 2 SR 4

)

2 MTTEDIE GAU Tnmal/ )3 ZR-75-30 SH1E P HIRE ISR (x )

A5 30min H0min 90min 120min
K] 02786+ 0.0336 0.5203 £ 0.0389 0.6133 £ 0.0899 0.7347 = 0.0543
2k 4y # 0.1399.£0.0185 0.2540 £ 0.0570 04147 = 0.0067 05440 + 0.0652

TE: SR RAT A5 22 2P < 0.01

HSPO0

Za

-
B2 AT /R-75-30 MALKIRERI HIXI00)

B =nctin &

Lo AL 2R —75 30 LR | deikokol
2L ZR 75 ~30 A | &k K-
B HSPOO 72 ZR-75-30 SLARRRAMA b 4 38 (5 3k
(Western—blor)

VL (V49 1 S AR B A7 4800 ZR—75-30 241
TELA LG A 2L 45 0 ) A5 LR 1 e
BOP<001)( 1)
24 GA A ZR=T5-30 fnfiLid & 4e £ 4556 A 8%

GA MBI 48K I ZR-75-30 43 2HE 1 5 1

=

B3 GACITnM)ZE3R4 ZR 75 30 BRI EZER
(HEx400)

F3 CAUTnmol/l)3 ZR-T5-30 @2
IERBRESIRIRM (« = )

L5 A i LERSSENR AN A
oI 95452 103+ 154 KBl i
24yt e 4624491 5244844 b

I AT A AR B L 3 D6 2
TR AT B9 08 5 hp < 0.01 2R A A0 L S 5 2 T A ML 325 8 0 — 3%

4
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¥|33#2 . HSP90 ( Heat Shock Protein, HSP ) & g —
FEER D TE, B LA— R 2 55 MHE
LK AT REFEEEYFIT IS T
MEREFESERESY, FHRTXEREYER
Rt EtERITIRE, Bk B 8T E U PRI 5T B R
Z—o FREDERLEHAER Geldanamycin (GA )
B FRAMH HSPIO LhRE M 1E F E T K BN —
FREUBEZ, EREY 17- BN -17- BREE
K /R1FEEE (17-allylamino—17-desmethoxygel— dana—
mycin, 17-AAG ) FEESMT A T HAKGRELEY,
GA &M iy 40 LA Sh i R 3 RO TR SR A9 HE
MEETEE, SCERHRGE B 7T LU 60 BRI MM
HEFEY, 7 H BOC T3 ) e 42 28 5 78 O THI A SR 4
18 ,Rousseau 5 & B GA A LA fifr 92 40 B A9 1l
A B FIRE B0; Shimada & BL GA W] HL-60 fifi
HHIFE R HORE BTN BEY, X LB FT Y BN HSP9O 5
EHMENERR BB AAEYIXER.

HSP9O 5 3L IR 2 2B B 2 I M X REE A IR
Ho ABFFF A HSPOO I GA #H4TTH, £ H
GA WLk HSP9O 7EFLAR % ZR-75-30 dHfl i1y
ik, HSPIO Fik B LLS ZR-75-30 40 g (1384
FZFIE, ZMBIER S AR R, N
JE IR K 7= U, PR B R 3dnmol/L; 3 — 25
BFFEUESE HSPO i # fhl LA JS 3L AR 988 ZR-75-30 40
MLBKEE 228 T BiEsh e Hh B BES, Bt
HSPOO ] LA ma) LR 28 440 Ffd (v 38 58 R AR 8 5% B 47
HH AT, ;

A B R TEFL IR 40 M P HSPOO ] L F0iR
TR . AT BREBNEREZK
( Estrogen Recepter, ER ) | g #%| H 7 P53, i /4
T-#A§ AKT.Raf-1 38§ . & 5% H T Hif-1 o 32
R BE & BRI EE ErB2 F1 EGFR &4 TE BE &9, 3
WHENREERIIEE, R0 #E BE T m
il HSP9O IRk, BT LAIPHI ZR—75-30 FLARE 4040

S KGR R ZRRE 7, HSPOO W] BB 1 & i 4
EMEORYWMIALRBRRERE. BHBEN,.H
HSP9O 5 Wi 2L AR B 40 ML 1R 22 56 R e O R ME
P i — P BIBFFTIESE . HSP9O AMEAE N 53
FAEXS o A KR E R ER, T H AT E £
EHEAEY - A L) P 2 A IRy U S e
YIZEAT A, R I B BE HSPOO 7 i 40 B b 594 R AL
HEABEER X, 3 LA HSPOO 3B S HIHUEIAYT
PRI T HF .

(BRAEE . PEH  Tel:023-68817865 E-mail; cq-
denghy@yahoo.com.cn)
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