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MG132(Z-Leu-Leu-Leu-al , 35 [# Sigma 23 w)) s KG-1 20 CHl i 7L 00 T 4% SO 2% B ) ; RPMI-
1640 55373 ,FBS(Gibco A A]) ;Cell Counting Kit-8, NF-kB p65 Rabbit Antibody,Beta-Actin Rabbit Anti-
body,RIPA Lysis Buffer, PMSF(ZE = K/ F]) ; PARP Rabbit Antibody (Santa Cruz); Donkey anti-Rabbit
(LICOR) ; Hoechst33342(KeyGen /2 &) ; BCA Protein Assay Kit(Thermo 2vE]) .
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1.2.1  CCK-8 LA 41 M A7 R

WA AR K91 KG-1 4B TJCILE PRMI 1640 B 58 1HEUS L 4Z 1R 2X10" cells/well #HA 96
FLEEFEN AR IR B RS Y MG132(1,1. 5.2 uM/L), 20 % FBS RPMI-1640 #5324 100 pl/well, 5%
PRMI 1640 53750 CCK-8 i AE A28 ot R, 4 in CCK-8 ¥ W A X HEFL , BNk i 6 L.
37°C,5% CO, Biff 5 M55 36,46.60.94 h Ji5 818 WAL F W, [FBFRFLINA 10 pL CCK-8, 37°C4H
MLBEFRAE M IEE 90 min, ZEBFAR I Ao FFHRIL I AN Rl L. AR ER 3 IR,

1.2.2 Hoechst 33342 Y ke 40 fo 5 1=

AR E KA KG-1 4R0FE 2<10° cells/ well A 6 FLIEFRM, 20 0 FBS RPMI-1640 £5353E 2. 2 ml./ well,
A 1. 5.2 pM/L MG132, % BRAUMAE R 1) PBS,37 °C,5 % CO, #4537 46 h J5, &FLMA 1 mg/mL
() Hoechst 33342 Yek} 5 L, 4kEE7E 37°C,5% CO, RiFRFHIFE 30 min, B T2OGAENE DA N W4 i
(AR i i
1.2.3 Western blot %l NF-xB 7% M40 S 8 T G2 11 1 A8 4k,

IWSCHESPEIE K KG-1 iz 2>X10° cells/ well A 6 FLE5FEM.20%6 FBS RPMI-1640 K554 2. 2 ml/well, il
ZHAMA 1.5 pM/L MG132, X B4 fin 45 & i) PBS, 37 °C,5% CO, }53% 46 h J&7, &.0 4 40 i, PBS ¥k
LW BALIMA 80 pll 25 I 2A# W (990 pl 35 #1110 pLL PMSE), pK [### 10 min, 1 2 000 r/min
(10 min) , It £E F 7, % Pierce® BCA Protein Assay Kit #if7&E HEH ., SDS-PAGE ik, & HEE M Hm
A 5XLoading Buffer, 2 , SFLINA S5 5 2R FURE i o HU VK25 SRR R 5% Dol s ik = 5 EDE) NC I 1,5 %
JBERE WKy 4°CEHH 2 h 8 A TBST PR 3 YK, B4R 10 min, il—4H1(1 = 1 000 Fik) , EiRFFE 3 h 5 4°C
3%, TBST Ve 3 ¥k, &K 15 min, JI9EE ZH0(1 = 15 000 Fke) , =36 1 h, TBST ¥k 3 ¥k, 47X 15 min,
LMD UR R G AT A 4T .
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Study on the Mechanism of Apoptosis by Proteasome Inhibitor
MG132 in Acute Myeloid Leukeima Cell Line KG-1

CHEN Lei. FAN Li, LI Xin, XIE Guo-liang » HE Guo-qing » LU Qiao-ran, WU Xin-zin, LI Gong-chu
(Xinyuan Institute of Medicine and Biotechnology, School of Life Sciences,
Zhejiang Sci-Tech University, Hangzhou 310018, China)

Abstract: The study is aimed to explore the apoptosis effect of proteasome inhibitor M(G132 on human
acute myeloid leukemia(AML) cell line KG-1 and the expression of nuclear factor-kappa B(NF-¢B) and the
apoptotic signaling pathway protein, CCK-8 assay tests the growth inhibition effect of MG132 on KG-1
cell; the apoptosis of KG-1 cells induced by MG132 is observed through Hoechst 33342 staining under flu-
orescent microscope; the NF-kB activity and the expression of apoptotic signaling pathway protein are
found by Western blot analysis. CCK-8 assay shows that the growth of KG-1 cell was inhibited by MG132
and presented double manners of concentration and time dependence; the Hoechst 33342 staining and
Western blot analysis indicated that the activity of NF-«B is decreased by MG132 on KG-1 cell, and the ap-
optotic signaling pathway protein PARP is cleaved to a 89KD protein. All the results confirmed that
MG132 can obviously inhibit the growth of KG-1 cells, and the possible mechanism was that the apoptotic
signaling pathway of NF-«B is inhibited by M(132 and the low expression of NF-¢B in turn increasing the
apoptotic protein PARP cleavage.
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