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RNAIi-silenced human Bmi-1 gene inhibits proliferation of human leukemia cell line
K562
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Chongqing 400037 China

Abstract Objective To explore the silence of B-cell specific Moloney murine leukaemia virus insertion
site 1 Bmi-1 by RNA interference on the proliferation of human leukemia cell line K562 and its mechanisms.
Methods Small interfering RNA siRNA  targeting Bmi-1 gene was designed and double-stranded siRNA was
chemically synthesized. After double-stranded siRNA was transfected into K562 cells with Lipofectamine 2000
the proliferation of K562 cells was detected by MTT colorimetry cell cycle was determined by flow cytometry
and the expression of Bmi-1 and P16 were analyzed by Western blotting. Results The siRNA targeting human
Bmi-1 gene effectively prolonged the double time of K562 cells increased the percentage of cells at G, phase
and the expression of Bmi-1 was significantly down-regulated but the expression of P16 was up-regulated. Con-
clusion The siRNA targeting human Bmi-1 gene inhibits the proliferation of K562 cells and up-regulates the
expression of P16 in the cells.
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Bmi-1 siRNA K562 MTT MTT
Bmi-1 siR-
NA K562 MTT Bmi-1 siRNA 50% 1G5,
K562 IC,, % =1- N x 100%
Western blot 1.5 K562
Bmi-1 siRNA K562 Bmi-1 P16 K562 2 96
Bmi-1 1 x1Cy 2 x 1Cy 10
Bmi-1 RNA 24 40 h MTT DT =
Txlg2/lg A/B DT T
2 MTT A B
1 MTT B
K562 Bmi-1 Santa Cruz 48 h 0.01 mol/L PBS
P16 Biocompare DAB 3 70% 1 ml P1 100 mg/L
PCR
GenBank Bmi-1 mRNA ACCESSION005180 1.7 RT-PCR Bmi-1
3 Bmi-1 siRNA Bmi-1 siRNAI KRRR mRNA
HTHT Bmi-1 siRNA2 HTHT PEST 1.0 x10° 6 24 h 1.5
Bmi-1 siRNA3 PEST 24 h  PBS 0.0l mol/L 3
3" dTdT siRNA Tripure RNA 3 pg RNA
Bmi-1 siRNA1 5"-UCUUCAUUAGAGCCAUUGGAT- RT-PCR RT-PCR 1 ul cDNA
dr-3’ 5'-CCAAUGGCUCUAAUGAAGAATAT-3"  Bmi-1 PCR Bmi-1 5'-TACCCATAACCTATGTTGTGC-
siRNA2 5-GUAUUAGGUAUGUCCAUUUATAT-3’ CT-3 5'-ATAGCCAATGGAAAATTAAGACG-3’
5'-AAAUGGACAUACCUAAUACATAT-3" Bmi-1 siRNA3 94 C 3 min 94 C 305 55°C 30 s 72 C 1 min 72 °C 2 min
5"-UAGGUCGAACUCUGUAUUUATAT-3’ 5"-AAAUACA- 38 215 bp GAPDH
GAGUUCGACCUAdTAT-3’ 5"-CGGGAAACTGTGGCGTGA-3' 5'-CAAAG-
1.2 GTGGAGGAGTGGG-3' 94 C 3 min 94 °C 30 s
K562 10% RPMI1640 56.5 °C 30s 72 °C 1 min 72 C 2 min 38
37 5% CO, 311bp  PCR 20 ¢/L
K562 96 Coosmo
0.6 x 10* 100 wl/ Bmi-1 PCR GAPDH PCR
Lipofectamine 2000 Bmi-1/GAPDH
0.2 ul Bmi-1 siRNA Bmi-1 mRNA
1.3 Bmi-1 siRNA 1.8 Western blot Bmi-1 siRNA K562
1.2 Bmi-1 siRNA Bmi-1 - P16
K562 50 100 150 200 nmol/L 4 Bmi-1 siRNA 48 h 0.01 mol/L PBS
6 h 3 PRO-PREM™ R250
100 pg  SDS-PAGE
PVDF 5% BSA TBS 0.1%
% = x100% Tween-20 2h  Bmi-l P16 1: 500
1.4 MTT GAPDH 1: 500 2 h TBST 0.1% Tween-20
Bmi-1 siRNA1 Bmi-1 siRNA2 Bmi-1 siRNA3 5 TBS 3 HRP 1:2 000 2h
60 70 80 90 100 nmol/L DAB
100 nmol/L 1.2 1.9
48 h MTT 20 pl 5 mg/ml SPSS 11.0 Xts
3h 120 pl DMSO q
15 s 490 nm 630 nm X
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1
85%
2.2 Bmi-1 siRNA
3 -MTT ” 2
Bmi-1 siRNAI Bmi-1 siRNA

MTT Bmi-1 siRNA1
Bmi-1 siRNA1
Bmi-1 siRNA1 K562
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1 xIC,, 27.61 h 1/3
P<0.05 2xIC,,
30.57 h 1 x ICy, 1/10
P <0.05
2.4
1 x1Cy, 2 x ICq, G,
P <0.05 1
2.5 Bmi-1 siRNA Bmi-1 mRNA
215 bp
3 GAPDH

C 150 nmol/L

D 200 nmol/L
x 100

Bmi-1 Bmi-1 siRNAI 24 h

2xIC;, Bmi-1 mRNA
32.49% 4 212 +313
2 564

1 x1Cq,
52.51%

2 912 +294 10 939 =

1 2 n=3 xz*s

Go/Gy S Gy/M
59.1+2.98 32.63 +1.50 8.24 +2.26
75.9 +2.46° 19.29 +8.63 4.80 £6.15
85.03 +1.01° 9.24 +7.26 5.75 +6.39
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