. 996 B R E N Ze 28 (B Th) 2011 452 A% 5 5454 ]  Chin J Clinicians ( Electronic Edition) , February 15,2011, Vol.5,No.4

- B
e W IR 5B BEE U266 41 M 08 T S WL BF 5%
AL KEE KME FEF KEZ

[HZE] B EEEm A2 2 E iR U266 UMM T-I0sgm SALH . ik R E R TRA I U266 40,
U P A U (MITT) 2 KXo 200 L84 B P 520, Anmexin V' /P XU 5 K 00 200 940 R T, JIC-10 T € 30 A 0 8 A 5l it 7
IR, TSN 22 Y UG AY Caspase 3 Caspase 8 Caspase 9 FHYEAIMI/KY-, &R BRI 2 W A U266 40
LA EBEIR > 0.5 pg/ml A HBUASHA 0 1175 I T (10 BE 97, B R R R X U266 4N 2 b 1A 25 K Ha 457 /K -, T B R A
U266 41l 24 h F148 h BHEE HY Caspase 3, Caspase 8, Caspase 9 FHPE 40 AE L 41 43 51 b T 24.9% 31.7% 32.4% #157.0% .
64.5% 63.5% . &I BEHEER AT U266 AN A HLHIS U5 U266 A0 JA T4 ¢, 2R A R 057 1A 2 R I R R
wHS5 TR,
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Effect of gambogic acid on the apoptosis of multiple myeloma U266 cell line and its mechanism YANG Yong-gong ,ZHANG (i-
guo ,OUYANG Jian LI Cui-ping,CHEN Jun-hao. Department of Hematology and Jiangsu Key Lablatory of Molecular Medicine , Nanjing
Drum Tower Hospital ,Medical School of Nanjing University , Nanjing 210008 , China
Corresponding author ; ZHANG Qi-guo ,Email : qgzhang8@ sina. com

[ Abstract] Objective This study was aimed to investigate the effect of gambogic acid (GA) on the apoptosis of multiple
myeloma U266 cell line and its mechanism. Methods The U266 cells were treated with GA at different concentration , the inhibition
rates were detected by MTT assay. Apoptosis induced by GA was observed by Annexin V/PI doubling staining assay. Mitochondrial
membrane potential was measured by JC assay . Activated Caspase 3, Caspase 8 and Caspase 9 in living U266 cells were measured by
caspGLOW ™ fluorescein staining kit. Results U266 cell growth was inhibited in a concentration -dependent manner. GA decreased the
mitochondrial membrane potential of U266 cell. GA induced apoptosis of U266 cells and increased activated Caspase 3, Caspase 8,
Caspase 9 positive cell number for 24.9% ,31. 7% ,32.4% in 24 h and 57.0% ,64. 5% ,63. 5% in 48 h. Conclusions GA inhibits
the growth of U266 cell by the effect of apoptosis ,GA triggers U266 cell apoptosis through both intrinsic and extrinsic pathways .
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1. ZHMIIE IR BN U266 4IRS ZE 1.5 x 10°/ml, 360 T 24 FLESFRMR 765 10% a4 103,100 U/ml
R ZEM 100 png/ml 855 K A B RPMI1640 55380, BOWB0A: K A0 b 475256, AR PR S2560 )
ZHAN A [) 94 5 A JHE B R (4.0 pg/ml 2.0 pg/ml. 1.0 pg/ml 0.5 pg/ml 0.25 pg/ml.0.125 pg/ml,
0.0625 pg/ml .0 pg/ml),37 C 5% CO, MEHNRERFE, LIHER 3 K, BRK3 NELL, 55T,
2 d.3 d BB TR

2. MTT KA A B R R AN MR 100 wl FA 96 FLEFFEHUH A 5 mg/ml MTT JF 50 wl 4k&t
JEE 4 h, BLOER W IMAZ RN 150 wl, %1% 10 min, RASAE3 NEE L, FHBFR ek
DUSE 490 nm P FRIRICEE (A) , THEAMEA KSR, ARIEZE = (1 - A {58/A XHR)

3. Annexin V/PLAGAIMANMEIE T 20 ML 1 x 10°/ml A4 BEFIZE HE R AL B A 401 100 wl, 41
EWINA Annexin V/FITC 5 pl F120 pe/ml (4 PLEW 10 pl, 18415 ZIRESCIFE 15 min, INABERELZE vp
W (PBS)400 wl, 2k FH it ARG TR BE 43 B 5 540 PR T 4R, ] BD 28 7] FACSDiva software %K
P53 Hr4h

4. JC-1 Yt LA I IAE e 1 x 10°/ml 40, 1 37 CH M1 ml B AL mg/ml JC-1 5 pl
FEAYIRA),37 °C 5% CO, BYSEFRAE B EIE T 20 min, 85.0E8 I PBS BE% 2 Wk, T 4n AU
BRI K 488 nm , K KR 575 nm , PG B 2R A b A IR Ao

5. WA SR I 2¢ YR BTG 1Y Caspase 3, Caspase 8 Caspase 9 234 WEE 2 we/ml 25 2 b R I Y
U266 Z0fE(1 x10°/ml) 1 ml, PBS =%k 2 Y, [RINSEST A ANZGH H 0] BREH . ST R 245 M VE 1 4E AR B 4 43
A 300 wl B Eppendorf 4551, i 1 wl FITC-DEVD-FMK F445H1,37 C 5% CO, MIEFHFTIFE 1 h, B.O0
24216 em,3000 r/min &0 5 min J5F2 BIE , B MEFE T EE R PGSO & B . BIRAIET300 wl
RS T ok b AR A A FL-1 S A

= Gt

K SPSS 11. 5 FAHEATE R 38 S0 BCE LAIAEN + AnifE2s (& £5) 7 R BRI 2R 5 22 73471 ( ANO-
VA),P<0.05 A EFA I EE L,

g X

1. JHE 5 TR 10 ) BE R U266 4L A K L O we/ml, 0.0625 pg/ml. 0. 125 wg/ml, 0.25 pg/ml,
0.5 wg/ml 1.0 pg/ml 2.0 pg/ml 4.0 pg/ml #BEMIEREEIL ML HE U266 40HE 24 h, MTT A6 I 240 i 1 5
TGO, Geit 2@ Ab B3R W] U266 40 M 55 1 K 3 4 400 i 232 78 ARV B2 & 20 (0,065 pg/ml, 0.125 pg/ml,
0.25 pg/m) 50 pg/ml HHKER LG IT¥E L (P >0.05), WEEEL (0.5 pg/ml 1.0 pg/ml,
2.0 pg/ml 4.0 pg/ml) 50 pg/ml 4 ZERA G IR (P <0.05) , HEH R 5k BRI T U266 41
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2. REWTTRE S BEIE U266 4RI T . Annexin V -FITC/PL AUbR B AG I i 25 R %t U266 40 I8 T- 1Y 5%
M, HoA AR T 4048 Annexin V -FITC #Ric BHYE, 11 PL Fric B RO A0 A ; e R T 40038 A9 Annexin
V-FITC 5 PI ¥Ric BHYE R MRE , ST O O I TR S 008 TR A0 8RB RVER 24 h 19 U266
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3. BEHR T ZARSR AR B B HL A 1 U266 4 LB . 2L O pg/ml 0. 0625 pg/ml 0. 125 pg/ml,
0.25 pg/ml 0.5 pg/ml 1.0 pg/ml 2.0 pwg/ml 4. 0 we/ml ¥ (1 BEIR 43 HIAL BE U266 400 24 h, Kk
WRAEHIIG (1 U266 AN (A5 5 Ha A 7K ST | B T I W 32 (4 B, A 32 5 o R 5 IR B (S7 11 U266 40

A 23 LA TR I, LI 4,5

Annexin V

B3 AS[R]He B B B U26641 i/ 24 hit R T 7K T

Y



AR I PR BE T 2% 7 (H TR 2011 4E2 A% 5 #4554 8] Chin J Clinicians ( Electronic Edition) ,February 15,2011, Vol. 5 ,No.4 .+ 999.

BT (%)

0 1 1 1 1 il 1 1 1
0 0.5 1.0 1.5 2.0 2.5 3.0 3.5 4.0
R (ng/ml)

4 AN[ECJE BE B IR AE 24 Wit U266 40 Mo 2k ar 478 15 sk v A7 P 5% 0

A
081106-48 081106-47 081106-46 081106-45
=1 «a Q3 23 Q24 =4 Q - 4|l 24w Q2.5
- o -.,:fi' - o EAZ <+ 3 o <+ 3 . .
mg!_ EIS-! 2} -'}? EE? e
h 2 A2 ES | R 5
v @ By @ Q4 bq B Q4 vy @ Q4
: :mq—r'mq LALLLL BRELLLL B :mq—rmq LALLLL BRRLLLL B :ﬂ'ﬂmﬂ] LARLLL BRELLLL g
10% 10° 10* 10° 102 10° 10* 10° 102 10° 10* 10° 102 10°  10* 10°
FITC-H FITC-H FITC-H FITC-H
E 0 pg/ml 0.065 pg/ml 0.125 pg/ml 0.25 pg/ml
=9
081106-44 081106-43 081106-42 081106-41
eq @ el | =1 Q2. - &1 Q@ i 21 o Q-
2 Y| | 3 =5 AN - 5
== okt o 0B ==
@, @, 3 S| (o, 3 : @, 3
== & | =y =y g
E E T~ 3 3 b3
v] &3 Q4 2] @ Q4 E by @ Q4 ey @ Q4
100 100 10 10° 102 100 10* 107 102 100 10* 10° 10> 100 10* 10°
FITC-H FITC-H FITC-H FITC-H
0.5 pg/ml 1.0 pg/ml 2.0 pg/ml 4.0 pg/ml
FITC-H
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4. FEETRXT U266 NG 1LAY Caspase 3 Caspase 8, Caspase 9 FRiK/K IR B R 2 pg/ml 1EH
U266 2l 24 h 48 h i, U266 AIHETELHY Caspase 7K FLLSE GBI FHIER Caspase 41T 73 HOREIR
SR IR BIRVE ] U266 410 24 h FHZAFR AR BN BEARAS 1Y Caspase 3 | Caspase 8 | Caspase 9 FH 441 ifd LE 5]
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El6 BE RN U26641HuAF 24 hif Caspase 3. Caspase 8. Caspase 9f¥J7K T (Ze B #BR0 pg/ml, A7 F2 pg/ml)

T 20 224K, [ NS MRR TR 3R [ 2 28 0 e o R I M 1 o0 e B R S A T R 9 T4, R L B T
ANSOG SEAR e A7 44 A A % P T X P10 | 96k ELRE  MIDS 55 22 I Y AR 0 0 1 i e A bR
FHE L B WRURIL SR i R 40 R T (o 2 L S0 5 3 S R 0 3, 0 s e s e R
RS REEVE P A FRATTRIN T e EIA XS U266 4 AR 1 A SENA | 42 30 AE 45 1R 5 ok Ak i 1
il U266 AMAAYAE K, TR >0.5 pe/ml B s A SR TR T, e R 2 A R0 B 3698 U266 41 1E
M, Z 85 FEFHET ALK,
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KT EL Caspase 9 AT, F2T A7 2o BRI . S 8 BT (L2 B FE T4
55N Caspase 8 T, Kasibhatla 5> S BUF BKEE 14972 b (TIR) AU B AR 10—/~ 40 4040, T B R 5
R AR RN 85 4 il Caspase 8 IR PR IETE A T-9HK [ N7, I H. Caspase 8 HYITE MIHT-HIIAES
Ty . B RALFE U266 A 24 h B Caspase 8 BHEZNMY HL 1 BH i T 155,48 h B Caspase 8 Tt i i i 1E—
AR BERINEEIRAR B R HERS A WIS . AER B RTERE Caspase 8 Caspase 9 1E AN INIRTEIRIZHY
G LR Caspase 3 WAL, 2 58 U266 ATHIHT-FFRYSERL.,

ABFFEIE S B R 22 e P BB A LR U266 A il A= 1A T, BL 5175 5 U266 LI T2 A ¢
Caspase 8 Wi M MIHKIRIEFN Caspase 9 WIH MAKLR IS AL OB S 5 T HEEIRIE S U266 AIJHT-19 K&
Ao HEBTRRAE A — R 75 T RS a2 i [+ g Xof ML AR L 200 Y R 692 A DG 4 i 1) B RETC 1 %5 5
W A R — R R P B 258
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