Vol. 37, Issue 5
March, 2012

o537 B4 5 @\FPEIFP%/%;&
c ™,

2012 4£3 H -ch/ China Journal of Chinese Materia Medica

Wik Hz 65 B RS 4R i U-20S/MTX300 1 5
FJR T 19 52 i S HEATL il F 5%

FERHBR, TR, TF, FR, I, hEs'
(L. PLhk® WEE—ER BIEF, ;& 7 M 510080;
2. M AE EMABRAT, M 3 550009)

[(FZE] B R (quercetin, Qu) X R 41 5 U-20S/MTX300 334 58 #1119 4 1 S ML . 773K MTT 3k
2% 20 B 185 5 16 4 5 Anmexin V/PT Y 6655 R 17 5 R A B A (6 S AL £A 38 C 1) Western blot Rl BLIARIH T3 4% ; Regeif 4k
Akt BRI 5 YL Western blot R Akt 58 FEAH G 11 383K K P28 fk 55 5« M Az 3% mT A Sk 40 okl g Y 05 05 PR 93 4 . U-20S/
MTX300 A= , I 52 Hef (5] R0 AR A 5 Annexin V./PTAT B S AGHI 31 240 A 1~ 5 F— 20 & SHCAE FIBL AR 258 5k ™ SR B
O, AR AR C o i R R A Ak Bl 2 Ak SR S, B8 A B 3R A I 2 0 R 0 PR AR L &R U208/

MTX300 ZH 4G 75 HE T, WL 5 20k AR g8 T A il Ake 36 PEAT 56

[K8IA] il H 3R U-20S/MTX300 2 1=

Wik B R A g — P R AR B2 AL S ), ) 2 A7
TETHY gy, BA PR AL B RS R X
R TR (RN I sl OR N N S R R (B
FAN o UTAEA BRI S B BN 45 g L I
e it 28 2o R R LA R OB Tk > i
FI R Bz 2 AP0 AR 5 i A B A, 1 2R LA
BT 245 F AR AR AR SCHRIE . A SRS T
ik Bz 201 FH 22 B0 IR AR i &% U-20S/MTX300
A=K IS FE SR, 0 HAE FILE AT 2R3
1wk
L1 ZHMIFR B AR MTX 25 40 i & U208/
MTX300 & KF] Rizzoli FFHF5T BT Dr. M SERRA
B /N EROBET 4E AR L PA3LT Ty B b R B 1T
A A2 Y B 4 L
L2 2 5iGh] MR 2K (Sigma 22 F]) 5 U YA
FMEEE (MTT) | H & e (MTX) | 3R BE e (poly-
brene ) Az 1LY294002 ]Ik F Sigma 7\ 7 ; Annexin V/
PI @I & (P LR A W] ) s BCA H F I 2
B & (38 = K) 5 pLNCX K pLNCX-Myr-Akt
retroviral plasmids ( Addgene 23 F] ) ; DOSPER Liposo-

[FE&E] 20110508002

[(E£WE] T ARARHLTHRITE (2007B031405008 )
[BIEEH]  * WyERg, B 42, Tel: (020) 87755766-8236 , E-mail ;
shenjn01@ hotmail. com

[EBRA]  FHER, {1, 00, E-mail ; yinjunqiang77@ 163. com

mal Transfection Reagent( Roche /A @] ) ; { T-4H =4t
{i PARP, cleaved PARP ) H Abcam 2\ &], 1 cyto-
chrome C, p-Bad, Bad, p-AKT (Serd73), Akt [ 8-
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72h 5, A 10 WL B9 5 ¢ - L™'MTT,4 h J5FE 255
IR, MA 0.1 mL DMSO, 1545 it 56 & i )5 , 1
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mmol - L ™" EDTA,1 mmol - L""EGTA,1 mmol - L'
DTT,250 mmol - L~" 4, 2 (I EEMHI AR A H) 4
CHFE 1 h,4 C12 000 x g Z.0> 5 min, P b 13, F
—45 100 000 x g 5.0 30 min, DL 315 M 3 B8 1%
53, 3 H Western blot 7344l 2R C /K-
2.6 ZUfiEFEYe KR DOSPER %% Y iz vl B 45 0
REANAAG Y 4% 4 wL DOSPER 5 1.5 g DNA fy
Lo e 1 B Bt /&/DNA & & ¥, ¥ pLNCX Fi
pLNCX-Myr-Akt ki 5 Y 2 PA317 40, 55 YL J5 48
h e b, 5 st b g IR g U2-08/
MTX300 4, B 4s 24 h 5/ LAXRZH S 0. 5% 1Y
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Table 1 Quertecin inhibited the proliferation of U-20S/

MTX300 cells(x +5,n=3) %
il i

20 531 24 h 48 h 72 h

/umol-L’l

popied 0 100 100 100

Wit iz 22 10 88.95 £3.14" 85.41 £4.78" 75.47 +6.31"
25 77.73 6. 67" 64.53 £5.75" 37.56 £7.75"
50 70.72 £6.58" 51.86 +4. 12" 24.83 +8.56"
100 66.51 +8.79") 44.98 +4.67" 19.87 +6.55"
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Fig. 1 Mitochondrial membrane potential and cytoplasmic cyto-

chrome C release were examined after quercetin treatment
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Rl Akt 3 #% A0 ¢ 8 H Bad M 8 T2 85 (1 PARP 7§
o FRREEIEALIY Akt AT RS Y 2155 1) Aky/Bad
2w R Ak & PARP 2 fi, 55 — J7 1 Bk A W H
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Fig. 2 Quercetin induced apoptosis through dephosphorylation
of Akt
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Effect and mechanism of quercetin on proliferation and

apoptosis of human osteosarcoma cell U-20S/MTX300

YIN Jungiang', XIE Xianbiao', JIA Qiang®, WANG Jin' , HUANG Gang', ZOU Changye', SHEN Jingnan'*
(1. Department of Orthopaedic Oncology, First Affiliated Hospital, Sun Yat-sen University, Guangzhou 510080, China;
2. Institute of Biology, Guizhou Academy of Sciences, Guiyang 550009, China)

[ Abstract |

Objective: To study the effect and mechanisms of quercetin( Qu) on proliferation and apoptosis of human metho-

trexate resistant osteosarcoma cell U-20S/MTX300. Method: MTT assay was used to observe cell proliferation. The apoptosis was ex-

amined by using Annexin V/PI staining. Western blot of mitochondrial membrane potential and cytochrome ¢ were used to detect mito-

chondria spoptosis pathway. The protein expressions related to Akt pathway was detected by continuous activated Akt transient transfec-

tion and western blot. Result: Qu can obviously inhibit the growth of human MTX resistant osteosarcoma cell U-20S/MTX300 cells in

a dose- and time-dependent manner. Annexin V/PI staining showed obvious cell apoptosis. Reduction of mitochondrial membrane po-

tential, release of mitochondrial cytochrome ¢ to cytosol and dephoshorylation of Akt were observed after Qu treatment. Conclusion :

Qu can inhibit proliferation and induce apoptosis of human MTX resistant osteosarcoma cell U-20S/MTX300, which may be related

with mitochondrial apoptosis pathway and Akt activity.
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