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BEEMNAMEE A MR KG-1a 20 e 1% 55 #0089 22 I K H1 H

RN, XA, AEF, FrF, #xE, HiET
(T BRI R 55— B TR 2 B/ 4] g BB R i PR R~ B L R, TR 3% B 471000)

WE. B HUHagEssd a hgE R A s (AML) KG-1a 05 JH T 005 m XL . 75k Bt gk K
KG-la 4fiJfd i #1L 4% 2 0. 00 nmol - L™' 401 B 25 41, 10. 00 nmol - L~' 0 25 21, 20. 00 nmol - L~ i i 25 4 |
40.00 nmol + L™ fi % 41 .80.00 nmol + L™ a2 41, 435 H %44 0.00,10.00,20. 00 40. 00 ,80. 00 nmol - L~ fiijHf &
PRSI FE . MR T 7048 h 5, SR A & W UBE WA 5 AT A28 4k . SR R S ( MITT ) 552 56 46; U
5 HAMMIEIERE 1 T3 MO K] KG-1a 4HIBEHL A3 28 4 fa gk R4 A ER (LICH) A fa R + LiCL 4, &= A
LA P E B S SR E 5 A 4 A0 FH 2 80..00 nmol - L™ A Z AYIE SR EL T 72 h, LiCl ZH 400017 30 mmol - L™
LiCl (53535 F 11 72 h, fa e + LiCl 414087145 80. 00 nmol - L~" faFEZ A1 30 mmol » L™" LiCl [} 33 F i 72 h,
SRR 2 ARSI 4 25 200 M 08 T 0 B A SR I AA o SR SRR SO i 3R Wl SN ( qRT-PCR) A6 I 4 41 48
M S SmEAH DG 11 2 (SKP2) \B-HE1EFR ( B-catenin) R H R —WiMAZ M E R M (PARP) mRNA MIXF R k&, KM
Western blot 3461 4 21 ifs 7 SKP2 \B-catenin ,PARP 25 AN Fih 5, R AR T 48 h i}, 55 0.00 nmol « L™
O 2H %5 ,10. 00 nmol - L' #2220 . 20. 00 nmol - L~' ffi B 2220 .40. 00 nmol + L~ ff £ 20 .80. 00 nmol - L™
101 JHE 25 2H 40 (] B, S I S e D TR S S RN A0 A [ 4 R BN, ELBE S f0 0 2K 25 T TR B A
R Z IO TS A HT A ., R 7124 48 72 hI},10. 00 nmol - L™' fEE2£4H \20. 00 nmol - L' fa 8
Z4.40.00 nmol + L't %20 .80. 00 nmol « T.™" £ jb 2 2H 40 g 48 4 fiE 7 354 T 0. 00 nmol - L™ ik 2 4H (P <
0.05),20.00 nmol + L™ a2 41 .40. 00 nmol « L ™' i BEE 41 .80. 00 nmol - L' a1 FE X 41 4 fu I B A 1 W E T
10.00 nmol - L™ faHEZE 41 (P <0.05) ,40.00 nmol - L™" 254 80. 00 nmol - L~ ¥ 25 21 20 i B4 % g 7 |5 35K F
20.00 nmol -+ L™ fa 41 (P <0.05),80.00 nmol - L~ ff1 i 25 41 41 ffg % 5 fiE /7 @ % KT 40. 00 nmol - L™" f il 41
(P<0.05) ;fajp 25 1700 24 48 72 h i, 5 41 40 16 Y 44 48 136 07 350 il 55 % i 1) 0B K 8 25 BRI, 20 P 45 i (1] 0 22 1 5 7% L
BERERITFEL(P<0.05), 254 MBEZEA LCl 4 fMpEE + LiCl HA M T- 2450 318 (5.37 £0.61) % .
(34.89 £4.57)% (2.54 £0.36) % .(21.10 £4.69) % ;25 H4] LiCl 4] F R + LiCl AT B 2L F AR
ZH(P <0.05) ;25 120 JLiCl 21 41 ffa Y T3 44 1 ZR TR X + LiCl 20; LiCl A4NME TR B EM T2 H4 (P <0.05),
2 R + LiCL 4 faE 4 Go/ G 4 Y L B KT LiCL 41, G,/M 4 5 b i 2 & 1 LiCL 41 (P <0.05) ;
R + LICL 4] M RAM G/ G 4l by b B84 (4L, G,/ M 41 b e SB35 & Fas 4l (P <0.05)  fa e R4l
1) Go/ G 4 o5 b i IR F iR + LiCl 41, G, /M 4ifif 5 o i 2 = FA R + LiCL 41 (P <0.05) ;4 41 S W4 A 45
B ZER TG E L (F=0.696,P>0.05), 75 (4 AR + LiCl 41, 32 4141 ifs SKP2 | B-catenin , PARP
mRNA & & FAAR 3k 5 25 T LiCl 41 (P <0.05) , fafEZE + LiCl 41 . fa e 2 41 4l SKP2  B-catenin ,PARP mRNA
A Rk BT HAL(P <0.05) , f R4 4 /ifd SKP2 | B-catenin ,PARP mRNA J & ([ A X 36k it g E L+
R + LICL (P <0.05) . Z5iE  fMEEZ X AML KG-1a 4 i ELA 15 G800 ] 4t 6 = 09 BEL ¥ A R T 02 e/ T, AR
PLI T BE5 #M ] SKP2 | B-catenin ,PARP 3547 Ko
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Effect of deguelin on the proliferation and apoptosis of acute myeloid leukemia KG-1a cells and its
mechanism
ZHAO Xiaoqiang, WU Yali, TONG Jiayin, XI Xiaoping, CHENG Yingying, YANG Haiping
( Department of Hematology , the First Affiliated Hospital of Henan University of Science and Technology/Clinical School of
Henan University of Science and Technology , Luoyang 471000 , Henan Province , China)

Abstract: Objective To explore the effect and mechanism of deguelin on the proliferation and apoptosis of acute mye-
loid leukemia ( AML) KG-la cells. Methods The logarithmic growth phase KG-la cells were randomly divided into
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0.00 nmol + L. ™" deguelin group,10. 00 nmol - L™" deguelin group,20. 00 nmol + L™" deguelin group,40. 00 nmol - L'
deguelin group and 80.00 nmol - I.”" deguelin group,and they were cultured with 0.00,10.00,20.00,40.00 and 80.00 nmol - L™
deguelin respectively. After intervention with deguelin for 48 h, the morphological changes of cells in the five groups were
observed with the inverted microscope. The proliferation ability of cells in the five groups were detected by the dimethylthiazole
(MTT) experiment. In addition, KG-1a cells in the logarithmic growth phase were randomly divided into blank group,deguelin
group, lithium chloride (LiCl) group,deguelin + LiCl group,the cells in the blank group were cultured in normal medium, the
cells in the deguelin group were intervened with medium containing 80. 00 nmol - L.™" deguelin for 72 h,the cells in the LiCl
group were intervened with medium containing 30 mmol « I.™" LiCl for 72 h,the cells in the deguelin + LiCl group were inter-
vened with medium containing 80. 00 nmol + L' deguelin and 30 mmol - L' LiCl for 72 h. The apoptosis and cell cycle
distribution of cells in the four groups were detected by flow cytometry. The relative expression levels of S-phase kinase-related
protein 2 ( SKP2) , B-catenin and polyadenylic acid diphosphate ribose transferase (PARP) mRNA of cells in the four groups
were detected by real-time fluorescent quantitative polymerase chain reaction ( qRT-PCR) method. The relative expression 1
evels of SKP2,B-catenin and PARP protein of cells in the four groups were detected by Western blot. Results  After deguelin
intervened for 48 h,compared with the 0. 00 nmol - L™" deguelin group, the cells in the 10. 00 nmol - L' deguelin group,
20.00 nmol - L™" deguelin group,40.00 nmol - L' deguelin group and 80. 00 nmol - L ™" deguelin group had larger intercel-
lular spaces, significantly reduced number, irregular morphology, pyknosis of the nucleus and increased fragments. With the
increase in the concentration of deguelin intervention, the number of cells gradually decreased, the morphological change was
gradually obvious. After deguelin intervened for 24 h,48 h and 72 h,the cell proliferation capacity of cells in the 10.00 nmol - L.
deguelin group,20.00 nmol - L™" deguelin group,40. 00 nmol - L' deguelin group and 80. 00 nmol + L™" deguelin group was
significantly lower than that in the 0. 00 nmol + L' deguelin group (P <0.05) ;the cell proliferation capacity of cells in the
20.00 nmol - L' deguelin group,40.00 nmol - L™ deguelin group and 80. 00 nmol + L™" deguelin group was significantly
lower than that in the 10.00 nmol + L ™" deguelin group (P <0.05) ;the cell proliferation capacity of cells in the 40.00 nmol - L™
deguelin group and 80. 00 nmol - L™ deguelin group was significantly lower than that in the 20. 00 nmol - L™" deguelin
group (P <0.05) ;the cell proliferation capacity of cells in the 80.00 nmol - L™" deguelin group was significantly lower than
that in the 40. 00 nmol + L™" deguelin group (P <0.05). After deguelin intervened for 24 h,48 h and 72 h,the proliferation
ability of the cells in the five groups decreased with time,and the difference between each time point in the five groups was
statistically significant (P <0.05). The apoptotic rate of cells in the blank group,deguelin group, LiCl group and deguelin +
LiCl group was (5.37 £0.61)% ,(34.89 +4.57)% ,(2.54 £0.36)% ,(21. 10 £4.69) % ,respectively; the apoptotic rate
of cells in the blank group,LiCl group and deguelin + LiCl group was significantly lower than that in the deguelin group (P <
0.05) ;the apoptotic rate of cells in the blank group and LiCl group was significantly lower than that in the deguelin + LiCl
group (P <0.05) ;the apoptotic rate of cells in the LiCl group was significantly lower than that in the blank group (P <0.05).
The proportion of cells in G,/G, in the blank group,the deguelin + LiCl group and the deguelin group were significantly lower
than that in the LiCl group,and the proportion of cells in G,/M was significantly higher than that in the LiCl group (P <0.05) ;the
proportion of cells in G,/G, in the deguelin + LiCl group and the deguelin group was significantly lower than that in the blank
group ,and proportion of cells in G,/M was significantly higher than that in the blank group (P <0.05) ;the proportion of cells
in G,/G, in the deguelin group was significantly lower than that in the deguelin + LiCl group,and proportion of cells in G,/
M was significantly higher than that in the deguelin + LiCl group (P <0.05) ;there was no significant difference in the
percentage of S-phase cells among the four groups (F =0.696,P >0.05). The relative expression levels of SKP2, 3-catenin,
PARP mRNA and protein in the blank group,deguelin + LiCl group and deguelin group were significantly lower than those in
the LiCl group (P <0.05) ;the relative expression levels of SKP2, 3-catenin, PARP mRNA and protein in the deguelin + LiCl
group and deguelin group were significantly lower than those in the blank group (P <0.05) ;the relative expression levels of
SKP2, B-catenin, PARP mRNA and protein in the deguelin group were significantly lower than those in the deguelin + LiCl
group (P <0.05). Conclusion Deguelin has proliferation inhibition, cell cycle arrest and apoptosis promotion effects on AML
KG-1a cells,and its mechanism of action may be related to the inhibition of SKP2,B-catenin and PARP expression.
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BT BORBUEAE . B H AT T g2 AML IGY7
YR B ML BB i /007 IR, ARG B
TER I E T AML KG-1a 20358 U8 T 195200
FeHLHL, LI AML I RIAT T3S %

1 RS

1.1 @ k7588 AML KG-1a 400G A I
A A YIFRHEAT BR S ] s RPMI 1640 1557560 A L
SR I BARAT R A A, JBeaE I A ERYIR 584
PRHA PR B, e R0 A N e E R TR
o], A (lithium chloride, TiCl) W [ V1.7 &% 448
WA A R A 7], — FH e mk ( dimethylthiazole , MTT)
VB . Z: W ( dimethyl sulfoxide , DMSO) % & 1
B b B A Y P AT BR A B, Annexin V- binding
buffer 47 i # . Annexin V-5 i #l B2 2% & &
(fluorescein isothiocyanate, FITC ). f#t fk 7§ IE
(propidium iodide, PT) g [ It 5T H AZ @ 4 AE W HO R
AR TRIzol 128057 & 52 % s 1) & 30 26
Invitrogen 2\ H], C B 9% % & & B A B 58 I N
(quantitative real-time polymerase chain reaction,
qRT-PCR) & 5 & . SYBR Green Mix, — s B FF iz
( bicinchoninic acid, BCA) 25 H £ miA7 & H £ EH
Sigma /], U S UTHE (radio-immunoprecipitation ,
RIPA) 2L 74 22 i 4 A= W0 BB BR A W) L A
P S B LA < 55 H 2 ( S-phase kinase-associated
protein 2,SKP2) —#i . B-5E 4% % ( B-catenin ) —H{ .
JiRH R — B R A% W 5% A% Wl [ poly ( ADP-ribose )
polymerase ,PARP | —4 | I S£-HT 8 1eG 400 H 3£ [H
Sigma 7y &, Hi, 1k 2% & ¢ (electrochemiluminescence ,
ECL) . (kW [ 1 i 74 5 A= YRR BR A W) 5 48
WA B H A B T Bk X 25 4, Tecan-5082
Sunrise %4 [ Bl fiff hr AW F B 4 F] TECAN A H],
Amnis ImageStream X MK 1T %17 2G40 fa A ) 5 15 =]
Luminex 23 &) 5 5|9 A= T AW TR (B ) B A
R A5

1.2 #MRFAZE

1.2.1 #HREIEFRR YA 1% KC-la U1 HF T35
TRFRII I 10% R F L5 9 RPMIT 1640 $i 35k, & T
37 C RIS % CO, HEFNEEE 20 15 5746 h
Kidte FRAA K E%E 75% wt, I EE F N 1k
FFHAR,2 ~3 d AU T e B BIE KB KG-1a 2
i, BRER IS AR S LALREFL 1 x 10° L' A 4i i 422
F 6 FLAR, BEHLS K 0. 00 nmol - L~ ffji K 41
10.00 nmol « L' 254 \20. 00 nmol - L™' fi i
#[40.00 nmol « L~" i 2 41 .80. 00 nmol « L~ 1
R 41, 43 5 & 4 0. 00,10. 00,20. 00,40. 00,

80.00 nmol « L~ " &K By FR R 3%, A% 5 A
=R

FBHECE K] KG-1a 40, B85 (A B 1k e
PABEFL 2 x 10° NEIEERD T 6 FLAR, BEHLA R 2s 1
4 MR LiCL 4 fajgs % + LiCl 4, =5 (4140
Mo IE R R AR R R, fape RO 4 &
80.00 nmol - L' fAfEZ s 3L 5% 72 h, LiCl 4
YA 730 mmol - L' LiCl ks 3238535 72 h, o
HEZ + LiCl ZH 40 M9 FH % 80. 00 nmol - L~" £ 2 il
30 mmol - L™ LiCl fy855RIEREF% 72 h, W43 5 4
AL
1.2.2 YRR EZUE #8550 ME T WK
0.00 nmol - L™ "faEZ 4] . 10. 00 nmol - L' A2
2 .20.00 nmol - L~" A Z 4 40. 00 nmol - L' ff1
2 .80. 00 nmol - L~ 411 X 2H 40 i -5 48 h 1)
1.2. 3 MTT 3£ 56 4% i 20 A@ 3 38 g€
0.00 nmol + L' fajfE & 41 .10. 00 nmol - L~k &
24 ,20.00 nmol « L~' fa fH Z 4 .40. 00 nmol + L.~ ff1
241 .80. 00 nmol « L~" a1 e 41 4N T 751 24 48 |
72 h J5, BN 20 wL BT ] & ) MTT % i
(5.00g-L7"),4 h & L3 B, &L A
150 wL DMSO %, $i23% 10 min, W15 5] FH B 0k:
SEARIS , ARG 5 P 570 nm LB SRR
1B, WO RE (R BR K 267 40 it 1 8 fig ) bR . S0 o
523 W HBUAE
1.2.4 #RREMAKNMEEBTERL A4,
R4 LiCl 41 a2 + LiCl 240 0, s sE
T Tk I WSO A i 28 0 45 v, B TR Eh 2% WP I T
( phosphate buffered saline, PBS) ¥t ¥4, Annexin V
binding buffer A5 iC ¥ P& J5 &5 0, 5 F1F, 200 pL
Annexin V binding buffer Fricw E R, ImA S wL An-
nexinV- FITC JE&34945],4 C#EEMEH 15 min, 1A
5 wL PLYYRIR &34 57, e S0 30 min, iy FH i =X
AN b A 45 AL A B R TR, SCER A 3
W HUAE
1.2.5 RXAMARNARBHE>H WEH
4 FBER UL LClL 41, gk &R + LiCl 41 40 f,
EAMHA IR EMNREZELE D, 4 C
1 800 r » min " B5.0> 10 min( B2 12 em) L, f# ]
¥ PBS whycdife)s 4 € .1 800 r - min " B0
10 min, 151 ¥ PBS i & 40 i, i A 35 ¥ 1R B 4 %k
70% iR A),4 C % 12 h,4 °C .1 800 r - min ™'
20 10 min, Tl PBS whyt i, Jin A RNA i A
(RNaseA ) ffi LR & ik JiE 4 25 mg + 171,37 C K
7 30 min, il A PT 3L 9% fft H 2 BT i Wk R
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50 mg - L' ,4 CEOEY 30 min, i J] 300 HJE f
Do b 30 ool R A AL A A0 24 B SR 3, S
WA 3 W B,
1.2.6 qRT-PCR %44 A SKP2, B-catenin,
PARP mRNA Rix B (40 R 4 LiCl 46
R + LiCl 2L 4010, FH e 25 1 e A ot Wio B 4n
FEDE T, R TRIzol 77 & 2 BUE RNA 4% )2
e s & TR T A5 S e s Ol ¢DNA SR qRT-PCR
K SKP2 | B-catenin , PARP mRNA % ik, SKP2
F 5 % R 3 A 5'-GTCTGCACCATGCGCAAT-
GCGTCA-3', F g5 9 F % Sl 5'-CTACGCGTGCA-
CACGCTGCACCGC-3'; B-catenin [ 7 5| ¥ Iy 51 Ky
5'-ACGTGCACGCGTGCAAGGGCCTGC-3', R4
7 %4 & 5-CATGTGTACGTCCACGGTTGCGTA-3';
PARP L5 #1551 4 5'-TGGCACGTGCAGCTAGT-
CACGTGC-3', N5 ¥4 M 5'-GTGCGCTCTGT-
GTCGTGTCACGTG-3"; N Z H il W&-3-1 12 it & il
(glyceraldehyde-3-phosphate dehydrogenase , GAPDH )
B FS K 5 -CTTTGCACCGCACGTGCGCATT-
AG3' | F 5l W F % Sk 5'-GTGCACGCTG-
CACGCTGTCAATGC-3", X W {& & & SYBR Green
Mix 11 pL, cDNA Bi4g 1.5 uL, b, FiEal 44
1.0 wL AR K BBV R RN 20.0 pl, &
L9 95 CARPE 35 5,60 °CIB 4 30 5,72 °C iEf
30 s, 40 AMEIR,72 CHEMS min, SRFH2 2494t
. SKP2  B-catenin . PARP mRNA FX} £ ik, S5
HA 3 W IUME,
1.2.7  Western blot % #& il 48 B 1 SKP2,
B-catenin PARP E B Rix s (4l =4,
LlCl éﬂ ﬁl%% +L1C1 ZH 20, P TR 1 e T A 0

LRI 2 B0 T, TS PBS PR, A 100 pL Filye
RIPA 24 240 , 1] BCA 25 11 Hia Rl & Dl e 2
IV, HL40 pg 85 FIFEAS, W /K 10 min fifi AR
P 57 - b JE i R - 2R D A4 O B8 e L Uk 3 5
R U E R 2 R A A I AR Wk &=
TEFEIRESA] 2 h, Tris 2 if A BRER KPR IMAGRPTA
SKP2  B-catenin ,PARP —$7T (#1111 000),
4 CHFE R, A S AL bR iC i LU E T
IsG “HU(MBEREI N 112 000) , HiRIEE 2 h, Tris
ZEup AR PR K VR W i ECL g a5, 5 == ot
5%, N FHEERE UL R GE AT A3 W 45 550 IR BEAEL, LA
GAPDH 42, LA SKP2 , B-catenin , PARP EE%&%
JKEEHS GAPDH JKBEAH H A 2R 8 (A X 2R3k

SCH A 3 UK U,

1.3 SEit=e4b32 N SPSS 19.0 BT 8 4t
550, TR TORHSE + brifi2s (2 £5) TR, 2
A ek AR 2R 5 2250175 A1 Levene £ 95 5 22
35, R R Jr 2250 B T S b, 1 fe /s ik
TR e IR AT PR LU HC; U Levene #5567 2
55, R H Welch #3047 AR (E o4, i Dunnett
T3 KB AT L P <0.05 2= Geit2a i Lo

2 #HR

2.1 SAMBAEEETL ZRIWKE L, MERT
48 h W, 55 0. 00 nmol - L' ff i % 40 1L &%,
10.00 nmol + L™ " A2 2 20. 00 nmol - L™ A &
2 40.00 nmol - L™ " fAjEZ 4 80. 00 nmol - L'k

AN B R, AR 3 D T A AN

RN A6 T R o, ELRER fa R K 2 T Bk
T, éﬂiﬂﬂéﬁgﬁzﬁﬂ/'\ Izt arstnlikT A

A:0.00 nmol - L' #2244 ;B:10. 00 nmol + L~ &% 2H ;C:20. 00 nmol -

I

B 1 S AMMBEFTL( x100)

Fig.1 Cell morphology changes in the five groups( x100)
2.2 SAMMIGERE AR 4URWK 1, MR
T 24 .48 .72 h B, 10. 00 nmol - L~" 4 2 21 |
20.00 nmol - L™ £ 4 40. 00 nmol « L™ AR
#1.80.00 nmol - L~ fu R 414t 3 FE e ) i KT
0.00 nmol - L™" 241 ,20.00 nmol - L™' faAfEZE4 .
40.00 nmol + L' fa 240 80.00 nmol - L™ fajpE =4
MG FE AR 7 8 F KT 10,00 nmol - L™ R R AL,

L' 2520 ;D :40. 00 nmol - L~" a2 2H ; £:80. 00 nmol - L~ a1

40.00 nmol - L' fajHEZ2H 80.00 nmol - L™ ' fAfEZE
A 20 M 5F RE ) 35 (T 20..00 nmol - L™ k24,
80.00 nmol - L~" o1 2 20 40 g 384 5 ik ) I R T
40.00 nmol - L™ K4, 2 F A G il 8 L (P <
0.05), fajfez 1124 48 .72 h f},5 40 MA5ERE )]

BEIE RIS TATRAEARG , 2E PN A5 1] 2 ] R P L 2
SAGEE X (P <0.05)
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Tab.1 Comparison of cell proliferation ability in the five groups (x%s)
e Ylakssne ) (BoBEEE)
,ﬂ}J'J n

% h 48 h 72 h
0.00 nmol - L~ frujpE2ean 3 0.89 £0.09 0.77 £0.09° 0.68 £0.09
10.00 nmol - L~ fajpEgie 3 0.75 £0.08* 0.61 £0.07* 0.45 £0.05*"
20.00 nmol - L~ fajeZes 3 0.62 +0.07* 0.44 £0.05% 0.37 £0. 04"
40.00 nmol - L~ fajeZee 3 0.48 +0.05% 0.32 +0.05%¢ 0.29 +0. 03"
80.00 nmol - L~ a2 3 0.36 +0.054 0.25 +0. (42ede 0. 11 0. 0bedel
F 45.338 57.742 81.481
P <0.05 <0.05 <0.05

7£:150.00 nmol « L™"fafEZ 41 AP <0.05; 5 10. 00 nmol - L™' a2 4 4P <0.05; 5 20. 00 nmol « L' Z 41 L #°P <0.05; 5
40.00 nmol + L~ 2H [LH P <0.05; 5[F2H 24 h [LEP <0.05; 5[F2H 48 h [P <0. 05,

2.3 AAMMBTEIEE Z5RILE2, FH4.
fEZ A LiCl 21 fEZ + LiCl ZH 40 P8 - %43 )
F7(5.37 +0.61)% . (34.89 +4.57)% . (2.54 +
0.36)% (21.10 +4.69)% . 2514l . aEZE 4.
LiCl 4] faf & + LiICl A4 TR LR E R A5
T2 L (F =104.037,P <0.05), 25 4].LiCl
4 HER + LiCL LA 138 B 2N T g £
H,2Z2RAZFE (P <0.05), =541 LiCl 4
TR B E M TR + LG4, 2565
P12 (P <0.05) . LiCl 20240 T~ % 8 2K T
ZHE, ZERAGI (P <0.05),

10"

10'
B

PI
=

10' 10° 10° 10 10' 10° 10° 10

AnnexinV-FITC AnnexinV-FITC

10° F w
f’

1O‘Anml£7v—F1Tcl o lognne,xig;-nml T

ALZS AL B AER AL C LICH 41D fa R + LiCl 41,

2 4 AR

Fig.2 Apoptosis rate of cells in the four groups

2.4 ABMEEAFAEASTILE APRIKR2 MK 3, =8
FI2H a2 LiCl 4 R + LiCl 4 G/G, .G,/M
A G e R 2E e A SR R L (F = 19,150,
P <0.05), %541 fails + LiCl 41 fa R 411 G,/
G, 40 5 b K F LiCL 41, G,/M 41 5 b & 2%

F T LG, 25 A 522 L (P <0.05), fajk
Z + LiCl 41 A EAN G, /G, 41 5 b B E T
ZHA,G/M 4 S E R TEA4, ERA4%
JHERE (P <0.05) , fafERAM G/ G 4l L
W T AE R + LiCl 4, G,/M 41 /5 1 B &
TR + LCLA, ZFASIT#E L (P<0.05),
42S WA A IR ZE R ERIT ¥ B X (F =
0.696,P>0.05) .

x2 4 AMBEAPSHILER

Tab.2 Comparison of cell cycle distribution among the
four groups (x£s)
415 n /G, SHI/% Gy/M

S HY 3 51.42+7.51 28.14 £3.54 20.30 £2.85
fERA 3 35.57+3.97°  28.722.87 35.60 +4.14°
LiCl 4 3 61.85£6.43%>  26.01 £3.02 12.56 £2.14%
R + LiCl 4 3 42.08 4,822 28.40 £3.67 29.52 £3.06%>
F 19.150 0.696 19.916

P <0.05 >0.05 <0.05

T S A P <0.05; 5 M % 4 " P <0. 05; 55 LiCl

ZH HP <0.05,
600
500
<400
gsm
S 200
100

100 200 300 400 500 600
PI

PI PI

AZS 4B MBER L C . LICL 41D MR + LiCl 41,
B3 4AMEERDH
Fig.3 Cell cycle distribution in the four groups
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2.5 4 fA4AAH SKP2, B-catenin, PARP mRNA #§
MEREELE ZRWEKI, SHA AR,
LiCl 4, fa e &£ + LiCl 40 40 Jffu f SKP2 | B-catenin ,
PARP mRNA FXERIA G A2 AT Gt L (F =
77.343 77.343 44.555,P <0.05), =4 X +
LiCl 2] e 2= 2H 4 it 7 SKP2 .B-catenin , PARP mRNA
X PR BEET LiCl 4, ZRAS (P <
0.05), fajEz + LiCl 21 0 gk 3 21 4 i v SKP2,
B-catenin ,PARP mRNA FXf &1k & o L T2 A
H,225A5H 5 E (P <0.05), fjHER4H A0
rf SKP2  B-catenin , PARP mRNA A%} £ 1A & i # 11K
THEER + LiCl 4, 2R A5 X (P <0.05)
<3 4 4A4MArh SKP2, B-catenin, PARP mRNA 183t K ik
=i

Tab.3  Comparison of the relative expression levels of
SKP2, B-catenin and PARP mRNA in cells among the four

groups (x£s)
A n SKP2 mRNA  B-catenin mRNA PARP mRNA
=t 3 0.65+0.07 0.72 £0.08 0.71 +0.08
R4l 3 0.22+0.03*  0.30 £0.04° 0.36 +0.05°
LiCl 41 3 1.3220.22%  1.42£0.25% 1.1920.21%
faEZ +LiCl 4] 3 0.49 £0.05%  0.53 £0.06™  0.55 +0.06°"
F 77.343 77.343 44.555

P <0.05 <0.05 <0.05

TE G2 A P <0. 05 5t £ 4 He P < 0. 05; 55 LiCl
2 [ #°P <0.05,

2.6 4 A+ SKP2, B-catenin, PARP % 5 8 ¢
FRiXELLE LERNE4 FE 4, sS4l R,
LiCl 21 | 0 i %% + LiCl 20 4fi Jfid b SKP2 | B-catenin
PARP #E MY ik i iR 22 R A Gt L (F =
98.313.102. 853 .114.515,P <0.05), 2544l .fa
BEE + LiCl 41 | a1 i 3 41 41 Bt SKP2 | [B-catenin |
PARP & FAX R A i W LT LiCl 41, 2 R 140
2N (P <0.05) , fRER + LiCl 4 fapE 2 4140
fifgH SKP2 ,B-catenin ,PARP £ [ AH X% 26 3k & i & 11K
TEAH, ZRAGIFE L (P <0.05), fafERA
“Mifart SKP2 | B-catenin PARP Z& [T AH X %5 B 3
TR + LiCL 4, 2R A5 L (P <0.05)
4 4 AP SKP2, B-catenin, PARP [ X Kk B

te%&

Tab.4  Comparison of the relative expression levels of
SKP2, B-catenin and PARP protein in cells among the four
groups (% %s)
205 n SKP2 EH B-catenin £ PARP

= HY 3 0.57 £0.06 0.61 +£0.07 0.63 +0.07
R4l 3 0.11 +£0.02* 0.24 +£0.03* 0.20 +0.02°
LiCl 4 3 1.240.21%  1.3320.19®  1.01£0.12%
BEFE+LCIA 3 0.32:0.03"™  0.4220.05™  0.39 +0.04*
F 98.313 102.853 114.515

P <0.05 <0.05 <0.05

H o2 AP <0.05; 5 mE 24 i P <0.05; 5 LiCl
2 [#P <0.05,

2

3 4
L2 42 A0 E R 4153 LiCL 4154 f0 R + LiCl 41,
E4 4 HAAH SKP2, B-catenin , PARP & 5 k%

Fig.4 Expression of SKP2,B-catenin and PARP protein of

cells in the four groups

B-catenin

PARP

GAPDH

3 itig
AML J& Tk sa ek g , U5 15 Ik O U5 2008

FIE AHL 441 e s i 22 AH 240 i, 240 7 v o v ) 1 LS 1 A
Mo A R AR A A RS, K SRR AN I
B S M LA 2 A, I A S A A
B, P IE S RS, B BRI G
L AR A U T 4 S T4
M8 B B 3R S oA ae, H i T 40 i B
TR T, IR UG T 26T
J& AML & % B RS i Fp T4’ . I, T A
I35 1 40 R )y =, R HOR T 3 B | [
A5 LR T, IR A AML 248 T A 2

AW RN, AML SEJT_E & — S 4 At JE) R
i, Ho A RS A M R I O R DD, R R
(1) AML {b 223697 25 AR L i i 520 DNA (15
RGP T EL i 290 ) R ok 8 I ] 1 ot s T A e A
R E R RS A A, AR
AR, 0 22 0T A B 3G A A A R B
A AT SEEAA TR, a7 A B A, Dl AR
4 e 95 R T A R A B E A 38 I A 5 AE SRR
SR BT A 4, T & 4% 5 K B o s 1
PEVR L AL, R AR R SR AR U T A F
B0 IR A FH A [0 s ot k) 320 2H 20 B4 T 40 i 52 i)
BN, At m, AT R R . ZHANG
2 RS ToiE A P SR S R A S,
RJFRIIET AML 0t R, IO e R
HA AMLIRIFER . AR A R WoR , Mgk £ T
2448, 72 h J5, 10.00 nmol - L™" 1A jHE & 4.
20.00 nmol - L™ "fajEEZ 4] .40. 00 nmol - L~ f e &
24 ,80.00 nmol - L~ 21 jH 2% 41 41 g 434 4 ik )1 g 11K
F0.00 nmol - L™" A2 4[,20.00 nmol - L™ Az
24 40.00 nmol - L™ fa224 80.00 nmol - L™ fajkZ
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HAMMHEFRE 1 B KT 10.00 nmol - L™ a4,
40.00 nmol - L™" M 240 .80. 00 nmol - L.~ fr jpE 2
Y12 A5 i ) 5 (T 20. 00 nmol + L™ fr 3
41,80.00 nmol - L~ 41 B 25 21 41 a4 51 ik 7tk 2 K
F40.00 nmol - L™ fa i K4l ; HAapE R AMT R,
G,/M 4 jf 7 L 2 i T a5 AL, B R 08 RN
AML 4t g 5A7 G580 ) A2 2 08 T S 240 ) S oL v
YEHT, H 2RI R 5 iAo v

Wt {5538 % 2 55 25 10 4 B 35 4 | o0 T I 45 ik
7%, 2 590l B B ST, H S HAE S
1 % ELAT 32 SO PRI T, 4 AH 40 S T 2 i 3
Bt 3k B-catenin J& Wnt {5 53 % 1Y) 81 22 K -,
Ho&¥s AML 201 4E W15 5 240 M R5E5% iz 3 20 A ox
I AE . Wit 5 530 [ 85 38005 )5 , B-catenin 1] 7E 4
MK 2R, IS 5 M A B R A R
LUl UiE B M B-catenin A] #E A 4 Hi 4% 2 5 SKP2 |
PARP %5 F W3 R 2k 145 . KANG 2 gy i
7N, Wnt {5538 B 1) 2 450 ik i R 3 T A4 AR
FEFAS, IF005 T Ui 22 et A M i 7 2B Bl v i
I 2 5 AML % A Je % . YUAN % B 5 %
B, B Wit/ B-catenin {5 5 38 F&FF #F — 0 15 5
AML 4ff W4 TR BT, 375 %08 BE7E AML &9 ALl
HORTEEH . AW EE R LI, 25 4 (LiCl 44 i
HER + LiCl LA T2 Y W B R T R 4, =
FZH LiCL 44 8 TR 3 B R Tk & + LiCl
2H,LiCl ZHAM i TR B E T A A =S A4
flfE 2 + LiCl 41 fafE R4l G,/ G, 4 ifd i b i K
T LiCl 41, G,/M 4 7 b i 35 T LiCl 20 e R +
LiCl 4 fa gk R4 G/G 4 5 b B F X T2 1
21, G,/ MANM &7 Ll W 258 T 25 4L R4l G/
G 2 1 Ll AR T 3R + LiCl 40, G,/M 4 il
e T AR + LiCl 41; #278 Wnt/B-catenin
{5510 B PG 1) LiCl 90 KG-1a 415 , £ 8k 25
T A0 T) B 248 e B s A P 0 1) 353, 20 P £ e 3 5 41
TS Wit/ B-catenin {5538 # & 45X AML 48 it 1Y
PR T A A R B A o ASBF R4S R LB, =5 1
gl e + LiCl 4 fa i R AL 40 g SKP2 | B-cate-
nin ,PARP mRNA } £ [ A% 32 35 & i LT LiCl
H, R + LiCL 2 Ak R A A0 b SKP2 | B-cate-
nin \PARP mRNA J 2 (AT SRR E B E LTS A
2, M e E 0 h SKP2 B-catenin , PARP mRNA
FAEFAHN s B AR T AR + LiCL 4, R
078 25 W] g 38 3 R # Wnt/ B-catenin {5538 [ AH ¢
T UL A SKP2 | B-catenin , PARP 521 AML i fitd 1)
AT R T

25 FRnR , N AML KG-1a 40 i LA 1458

P | 24 J) S R K fre i A TR, AL T e S
il SKP2 B-catenin ,PARP ZRikAG 5,
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