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0.01, P<0.05);Bcl-2.Bcl-XL.Bim .Mcl-1 . XIAP.CIAP1.CIAP2 .Survivin . JNK %4&(P <0.01, P <
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ABSTRACT Objective To explore the growth-inhibition of total coumarins of Hedyotis diffusa Willd
(TCHDW) on AML Cell Line Kasumi-1. Methods Kasumi-1 cells at logarithmic growth phase were treated
with TCHDW in various concentrations (0.02, 0.04, 0.06, 0.08, 0. 10 mg/mL) for different duration(24 or
48 h). The inhibitive effect of TCHDW on cell growth was determined by MTT method. After Kasumi-1 cells
were incubated with TCHDW(0.0. 02 .0. 04 .0. 06 mg/mL ) for 24 h,the apoptosis of cells were observed by
Hoechst33258 staining. The expression levels of Caspase family, Bcl-2 family ,IAPs family and MAPKs sur-
vival signaling pathways were examined by Western Blot . Results  The proliferation of Kasumi-1 cells was
significantly inhibited after treatment with TCHDW (0. 02 —0.10 mg/mL), which was lower than that of the
control group(P <0.01), and showed a dose-and time-dependent manner. After treated with TCHDW, ap-
optotic body appeared in Kasumi-1 cells nucleus and the number of apoptotic body increased in a dose-de-
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pendent manner. Compared with control group, Caspase family proteins, Bak, Bax, Smac, p-ERK, Ras,
p-P38,p-JNK inceased (P <0.01,P <0.05); Bcl-2, Bcl-XL, Bim,Mcl-1, XIAP, CIAP1, CIAP2, Survivin,

JNK decreased (P <0.01,P <0.05). Conclusion

TCHDW could significantly inhibit the proliferation of Ka-

sumi-1 cells and induce its apoptosis. Its mechanism may involve the Caspase, Bcl-2 and IAPs family pro-

teins, and the MAPK signaling pathways.
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B-actin #ii 1Ay A 3¢ [E Santa Cruz /A #; Western
Blot luminol i5& (ECL) Iy H DA {231 Biological In-
dustries 2\ #), AIRE3R46 14 H 35 [E Forma Scientif-
ic A a] s POEENE BAMEIE H HA Olympus A H] ;1 H
LUK S TR g 36 [ BIO-RAD A H],
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A A LA

2 &4 Kasumi-1 4RI TIERFE5 R (K 2)
PR RIS AL A N LT oA DL 2 61
SEP A T /IMAS ITAE SC B0 4 v, B 25 90 Tk B 336 o, 9
T/IMEZEIE %

3 &4 Kasumi-1 4lijifi Caspase KiREFEILL
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0 002 004 0.6 TCHDW (mg/mL) 0 002 004 006 TCHDW (mg/mL)

PARP - — 116 KD
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(P <0.01,P <0.05); TCHDW0.06 mg/mL 41 i EALK (F 4, B 6) 5o a4,
Bak .Bax F}# (P <0.01),Bcl-2 .Bcl-XL .Bim \Mcl-  TCHDWO0. 04 mg/mL 41 p-JNK 7} & (P <0.05);
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TCHDWO.02 mg/mL 3 0.560 +0.024 0.486 +0.018 0.61+0.08" 0.50 £0.15 163 £25 205 +8
TCHDWO. 04 mg/mL 3 0.641 +£0.058" 0.546 £0.058 0.67 +0.07 ™ 0.55+0.12" 180 £20 204 £6
TCHDWO0.06 mg/mL 3 0.871 +£0.075" 0.582 £0.053" 0.82+0.14" 0.67 +0.06 ™" 213 +16 " 208 +3
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152 +9 203 =7 167 19 180 5 197 +5 172£20 111 +5" 191 =7~ 177 2
146 +6 214 £2 181 £19% 157 =21 185+9™ 171 +16 915" 175+9° 179 £3
154 £12 233 +11™ 202 +20™ 136 +23* 164 20" 168 +13 78 £5™ 147 8™ 183 £2

wwwwl 3




i E PR LS A R 2017 4E 9 A 45 37 545 9 i CJITWM, September 2017, Vol. 37, No. 9 -1093-
#3 &4 Kasumi-1 AIEHATMHIEAFRE LK (x=s)

2H 51 n XIAP CIAP1 CIAP2 Survivin Smac B-actin

2 3 167 =16 195 +8 199 +12 205 +9 187 =14 180 +4
TCHDWO. 02 mg/mL 3 149 +4 182 £2 179 £20 185 +10 207 =11 182 =1
TCHDWO. 04 mg/mL 3 130 £10 " 165 5" 163 £27 170 +8~ 217 £12 182 +4
TCHDWO0.06 mg/mL 3 90 +6 ™ 144 +20 ™ 141 £23 ™ 132 +2™ 231 +16 ™" 184 +6

x4 &4 Kasumi-1 408 MAPKs {5 S @8 EEFRIE LB (x5 )

2053 n ERK p-ERK Ras p-P38 JNK p-JNK B-actin

= H 3 190 +24 152 £23 124 +5 160 £15 191 +13 145 £17 193 +7
TCHDWO0. 02 mg/mL 3 191 23 172 +23 152 +14 176 +18 175 =1 166 +25 195 +10
TCHDWO. 04 mg/mL 3 191 25 189 +22 162 +18 189 +9 154 +21 185 £17 " 198 =9
TCHDWO. 06 mg/mL 3 189 +23 211 £12™ 198 £12 ™ 204 +9 " 122 £12™ 202 +9° 195 +7
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NS MNIRER 2 5,

PR PRSI 08 T3 A 2 B e R AR A T, AT LAGE
i Bel-2 T P MR . A58 K3 TCHDW Xf
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2 .Bcl-XL . Mcl-1 Ty B &, i 8§ - & 1 Bak
Bax B3 i, 2 Mcl-1 7838 i T 20 i 2k 17
EE R AN E 2R Mcl1 T RS
B, JiRa 4 X6 I R )32 1y R B BT R 259 5 7 A
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Ao AHNEFH R KRBT T-E A Bim KR, A%
SCHRAREFLRE 5 P A LI T Bel-2 KIGE H 454,
WAl H#% 5 Bax 5 Bak 454 54 S HE AR IEH
="', i Bim 7& TCHDW % S (I 40 ik Kasu-
mi-1 P TR T R A I BARVE A FRR AT I o

PAT-INHIZE (I 1APs S5 A 53 7E 1ML 2R 40 i
TR R PR T A 1APs R
it Caspase K% Yy Caspase-3.-9 By 1
IR BRI A IE TR E R . o XIAP B 5 1
L3750 L A T 245 5, I 11 L 200 i v R o B
Fik S ARHEFT UL A, TCHDW £ F Kasumi-1
4ifitL 24 h J5, 40 M 9 XIAP . CIAP1 . CIAP2 #il Sur-
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i, HL AR R AR, 26 B TCHDW . n] RE 3 &2 3% Jin
Smac & ik, B K 08 1= 30 il 8 B XIAP. CIAP1,
CIAP2 F1 Survivin B7KF-, M55 i 40 A 54
oo X XIAP & H Y20, I8 $E 7~ TCHDW 1] BB 7F
e AV 240 0 1 O T 80, 344 n 245 4y S et I v Al if 245
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MAPK 53 HHa R 25 MK 2 S e 2 DI AR 6, 1n
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myc 55 J5 3 PR i SR, 5 5 R T AT SR B R A
Jantova S %5 e R ML L1210 40 b & B, &
HE 2 PR bk E 3 BT p38MAPK {5 S 5 1] 5 S 4
MO T . ASURBIFGE & 3 TCHDW A #3311 Kasumi-1
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p-P38 1% 1 H ERK [ [{i Ras & &k tFlZY
Yy BB i 2 LA 5 e 25 AR 8] TCHDW i
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