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Inhibiting effects of taxol on malignant melanoma A375 cells in vitro

Cao Yongqian, Wang Fagang, Feng Yonggiang, et al. Department of Burns and Plastic Surgery, Affiliated Pro-
vincial Hospital , Shandong University , Jinan, 250021

[Abstract] Objective: To determine the effects of apoptosis induced by taxol on melanoma A375 cells. Meth-
ods: A375 cells were treated with taxol in different concentrations for different time. MTT method was used to assay
inhibition of cell proliferation, and the change of cell cycle and apoptosis were analyzed by flow cytometry. Protein
expression of suvivin was detected by Western blot. Results: Taxol inhibited the proliferation of A375 cells in a dose
— dependent and time ~ dependent manner, but low concentration of taxol (100 nmol/L) inhibited the cell growth
and induced the cell cycle arrest as effectively as high concentration (1000 nmol/L) did (P >0.05). The level of
survivin was significantly higher than that in controls after A375 cells were exposed to taxol for 24 h. After 48 h, the
level of survivin decreased and there was no significant difference when compared with controls at 72 h. Conclusion:
The inhibition of cell growth by taxol on melanoma A375 cells is dose — dependent and time ~ dependent. The inhibi-
tion of survivin expression is one of pathway by which taxol induces apoptosis. The drug resistance of A375 cells to
taxol may be related to the expression of survivin gene.

[ Key words] taxol; malignant melanoma; survivin

i/
v

239

%

EAEREE(MM) 2 —MUBRER R K
JEBE R R, T BT A EURE R B S
FEAET 2, BPE 40 B XoF A T B 41K 4 T B 10K 4 M Xt
T AR R, AT RILATEFRRESBHR
FIEWAHEEVH . Survivin & Ambrosin' R BLH—
FhURT M HI A, B o] K R A B T
RRAEFER”, RM M &E A (inhibitorofapoptosis pro-
tein, IAP) RIEH R EABKHARE XH D Fo Sur-
vivin FE £ TFHEHALN, A LA EFHR
FRRER BANRHERE ARABGHEER

ELWH . BREH AR ERH R (863 i+%1) %5 : 200744021802
WEARBER X, % S 2007662000204

FE& B0 IR KM IR L B B R T 240418, B il , 250021
* @IEEA

iR BEEBRENESZ(AER) BB P RBRM—
ML &Y, &2 B ATl BK EIAyT IR 5  FLARAE IE/ bR
bt BRI — K R AR T RSB RER
FRMEENRD, HPUEsSmHHMEns.m
TE LM REHK SIS R EARATSE
%, Survivin fEA— R EERIMBEZ AN ES. 2 5A
ERRATMAREY ., AXBHET ECBWEHE
BZMARATHEZN XS Suvivin RIBHX R

1 HME5HE

1.1 ZIMudE SR ABEBAMK A375 HRE T+
HERZEREB KRBT . A& 10% fh 4 1 75 89
DMEM/F12 35554, 7 37°C.5% CO," B BT 155,
0.25% [BEAERE HIHAL I, BOS 04 K A 1758
B,



240

1.2 ZyfmiRA EEBE (R wd)BTXH
Bristol — Myers Squibb A F) EAF IR 6 mg/mL, B E
BARAE, SLB i L DMEM/F12 S HZ W B S E K
BEo Annexin V - FITC J TR A7 & W Tt 5 5
Y TREABRA F; Survivin RILA L e BRI A T
Abcam /A 7], Actin HLIK W T Santa Cruz 23 8], B4R BT
ICALES R gC Pk T EPEEHEDER
AHRAF

1.2 i

1.2.1 MTT RS (M IS b € 43471 ) A37S RIS R
EMALE TR M T 96 FLAR, BHLAME S x 10°, &
Bx B2 AN A [8] ok 25 947 (10,50,, 100, 1000 nmol/
L), BH& 8 HAL, 0 HIHEFF 24 h.48 h; THiFraf A4S
HAT 4 h BILINA 5 g/L MTT 20 pL, ZEME 4 h,
FEEFLMA 200 pL ZH B (DMSO) & 1L, R f5
BHR S 1S min, T#EFRAL 490 nm 3 K AL 00 R YR
OD {8, LAXBRAARAIE J1 8 100% A RITE AR
W SEAZREAT A3T5 MM INGIR, AP HIZE
(%) = (1 - 25440 OD {&/*F B4 OD &) x 100% .
1.2.2 Western blot( F F SRR ENE k58 ) ¥ A375 AT
Wik M T RGP AR R EL M, 5
BIF 24 .48 h HUREAS S0 WUER AR, o A A R,
7K _EHCE 20 min, 20 000 r/min &.0> 10 min, B L&, 18
BAMMEES,EH 10% SDS - BN K B R,
WA, IR, 5% AR W B, A 1:5000 F B &R
B Survivin ZREHIE,4CHEE LR, EREMA
BREEN R I, ZEBEF L EREMARRE
7, LA Laser - 4000 fLE XN BE RGE BB
1.2.3  FEMAL(FCM) 434 40 i I 1= % 4 B L 348
B4 FROSIm) B[] B R T vk B 4 e SR 4 M PBS
#J5 /M 100 pL Binding Buffer .5 pL. Annexin V - FITC il
10 pL PR 576 Z IR KB 15 min, £ 500 pL Bind-
ing Buffer 5 7E XU AF & 01 2 48 R4S 47 462 00 40 A ol 1=
B, R0 440 A ) B AR B R FS A 80 pL AT LA
550 uL PIiR%] 4°C/R I 30 min J5 _EHLKN .

1.2.4 it hE: B SPSS 13.0 G 841y
VAR T, R HECR R EE T Z0,

2 BR

2.1 MMEAXUE FESEETWE. XRA
PR R0 E M, AR HES B %, AR R
ALEHARES(ED, 2%0mBLEE 240 /5,4
Kb B B ARG/, BIF BRI £, B
{E FI (B RE K R 2400k i % 80 , B V7 ) A 4 P v
WX B MRS R N R BRCR R, 3
IFEAN S Z #1415 SN E 4 () 2)

China J Lepr Skin Dis. Apr 2010, Vol.26,No.4

B G AT ATS 4UH(HE, x 100) B2 100 nmol/L

% FEE R 24 h(HE, x 100)

2.2 SHZEEX A3TS AR MEIBAN  ARIEE R

SRRy BIVER 24 4872 h Xt A375 M A K I 45
LW OREF 5P 34 I, O AE UG R A
B A AR 2R (B 3), 1 & 3% A 2 1000
nmol/L i}, KA KA RGN AN 8, OF—KE
2549 47 B B4 886 ¢ = , B 4 PR RT 1] ) A 4K, 2 ML
I REAC, LR 48 h BH I B

PHEZUWR

EL A
100%

3 REAWREEEEFH24~72h
Xt A375 AR KM R AL

2.3 MRAHRARRAT-ENNE FOMERER
10 nmol/L A2 BEAE R 24 h J§ G,/M HAZH B £, [/
BT R S5 ANt 5.23% % 15.23%,
EUECEAAHBHEBHAE REFHARFTH
YEF o %k BE V5 HEl P9 (10 ~ 100 nmol/L) , 40 B 4 1~ %K
BE 25 vk BE R SN B &I (P < 0.05) , B E K
B, Mk — L m, T EEMAEE (P>
0.05), HAIEIK B I S A2 BERE VE PR I ) RS 4, 40 i A
TR B P <0.05), 2R EIKEIRR(F 1.2),
2.4 Westemn blot B4R BB 4~6 ATUFHR
[F e e S FMEAE T 24 h J5 , Survivin RO IAZE &G0,
BWRERBIX R, MAEEEANFNERK, Z48h/E
Survivin B 1k 5 XF B8 20 A LU VB35 , Survivin 9 F ik 2
Bt B[] SE A TR BRI AL B



TERRLBAERE 005478265548

£ FRIREEZERT A375 G AW

415 Go/G, (%) S(%) G,/M(%)
24 h(nmol/L) .
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