DOI:10.15886/j.cnki.rdswxb.2014.01.016

5 1 Vol.5 No. 1
2014 3 JOURNAL OF TROPICAL BIOLOGY Mar. 2014

11674 —-7054(2014) 01 - 0025 - 05

ber/abl RNAI
K562

1 1 2 2 2 3 4
(1. 570228; 2. /
100084; 3. 712083; 4.
570228)
ber/abl RNA1 K562 Real-time PCR West—
ern blotting o CCK-8 . RNAi K562
ber/abl RNAi K562 ber/abl mRNA — P210""!
K562 ber/abl RNAi
s ber/abl : P210" !,
: R733.72 A
CML( Chronic myelogenous leukemia)
ber/abl t(9;22) ( q34; ql1) " ber/
abl p2101)(>r/a])1
CML > (imatinib)  CML
’ CML. RNAi( RNA interfer—
ence) N o RNA
RNA ( RNA-induced silencing complex RISC) RISC
mRNA Dicer mRNA o SCHERR °
RNAi ber/abl o
. ber/abl RNAi RNAi K562
1
1.1 K562 10% ( V/V) ( Gibco)  RPMI -
1640 ( Gibco) ©=5% CO, 37 C o
1.2 24 h 293T (4~5) x10° c¢fu * mL™"' 10 cm o
Polyfect-V pMDLg/pRRE pRSV-Rev pCMV-VSVG 293T
: 2014 -01 -17
(1987 -) : . E-mail: suiyuan314@ 163. com

(1966 -) . E-mail: 8427680@ qq. com



26 2014

o 4~6h 10 mL 293T o 24h 10 mL o
48 h o 1000 r * min~' 10 min -80 C o 4 3
B/A, B/A, BJ/A; GFP,
1.3 10 ¢cm K562 (5x10° cfu » mL™") 24 h
10 mL B/A, B/A, B/A, GFP K562 10 mL
o 12 h 48 h o
1.4 ber/abl mMRNA B/A, B/A, B/A, GFP K562 RNA.
Tiangen FastQuant ¢cDNA cDNA cDNA PCR - BCR/ABL
aaatggactgcacccgagag ctecatggtccagaggatcge. PCR w=1.5%
1.5 ber/abl p210°°®! B/A, B/A, B/A, GFP K562
o ( Bio-Rad USA) o
10 min 10 pL o SDS-PAGE 8% 4 C 100 V 300 mA 1.5 ho
(10% TBST ) 37 C 45 min  ber ( Cell Signaling Technology)
B-actin 4 C . TBST 3 15 min
( Santa Cruz) 2 ho TBST 3 10 min o
1.6 CCK-8 B/A, B/A, B/A, GFP K562 96
o 100 pl 1 x10* 3 (
) 24 ~48 h 10 pL CCK -8 2~4h 450 nm
(D ). (%) =100% x( A -A ) /A
1.7 w=0.6% DMEM 0.3%
DMEM o 6 1.5 mL o B/A, B/
A, B/A, GFP K562 0.3% DMEM 1 x
10° » mL ™" o 6 1 mL ( 3 )
o 6 CO, 37 C 14 d 400 L 0.1% 15 ~
30 mino. o : =n In =
/ x100% o
1.8 SPSS17.0 o t
P <0.05 o
2
2.1 4 293T 48 h o
o B/A, B/A, B/A, GFP 293T 48 h 90%
293T B/A, B/A, B/A, GFP K562 72 h 50% »
° k562 GFP B/A, B/A, B/A;

2.2 bcr/abl mMRNA
ber/abl mRNA ber/abl
B/A, B/A, B/A, ber/abl mRNA

( 1) . RNAi
ber/abl o 1 ber/abl mRNA

B-actin

2.3 bcr/abl p210b0'/ab' Fig.1 ber/abl mRNA expression
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p210"! B/A, B/A, B/A,
leohcr/ahl ( 2) R RNAI leol)rr/ahl
2.4 RNAi K562 CCK -8 3 : GFP 24
h 48 h B/A, B/A, BI/A, K562
. 24 h B/A, B/A, B/A, 46.4% 41.5%
33.0% (P <0.01 ) o 48 h  B/A, B/A, BI/A, 80. 8%

63.3% 59.8%( P <0.05 ) .

k562  GFP  B/A, B/A, B/A,

P21 Olu-x/‘a}vl
B-actin
2 Pp210be/! 3 RNAi24 h 48 h K562
Fig.2 P210""" protein expression "P<0.05 **P<0.01
Fig.3 Effect of RNAi 24 h 48 h on K562 cells
Compared with the blank group “ P <0.05 **P <0.01
2.5 K562 1 14 d 45 1
4 LGFP  .B/A, <BJ/A, B/A, 17.6% 16.6% 9. 8%
12.3% 11.5% - 5 B/A, .BJ/A, B/A,
44.3% 30.1% 34.7%. B/A, B/A, . B/A, (P <0.05) .
1 K562

Tab.1 Colony formation efficiency of K562 cell

/ 1%
Group Colony formation units Colony formation efficiency /%
K562 176 +6 17.6 £0.6
GFP 166 +4 16.6 +0.4
B/A, 98 +3 9.8+0.3*
B/A, 123 +4 12.3+0.4"
B/A, 115 £7 11.5+0.7*

: " P<0.05 **P<0.01
Note: Compared with blank group ~ P <0.05 **P<0.01



28

2014

4 \GFP .B/A, .B/A, . BJ/A, 5 .GFP .B/A, .BJ/A, B/A,
Fig. 4 Cell colonies of the blank group GFP group B/A, Fig. 5 Clone formation rates of the blank group GFP
group B/A, group and B/A, group group B/A,group B/A, group and B/A, group
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The Effect of RNAi Targeting bcr/abl Fusion Gene on the Proliferation
Activity of the Chronic Myelogenous Leukemia K562

PAN Yanpeng' CAO Xianying' WU Zhaoying’ CHANG Zhijie® WANG Yinyin® TIAN Bo’ HAO Xinbao
(1. College of Materials Sciences and Chemical Engineering Hainan University Haikou 570228 China; 2. School of
Medicine/State Key Laboratory of Biomembrane and Membrane Biotechnology Tsinghua University Beijing 100084 Chi-
na; 3. Department of Surgical Oncology Affiliated Hospital of Shaanxi University of Chinese Medicine Xianyang 712083
China; 4. Affiliated Hospital of Hainan Medical College Haikou 570228 China)

Abstract: ber/abl RNAI lentivirus vector was constructed and used to transfect K562 cells ( the first human im—
mortalised myelogenous leukemia line to be established) and the stable transfectants were selected. RNAi effi—
ciency was assessed by Real-4ime PCR and Western blotting. The viability of the K562 cells was detected by
CCK-8 assay and clonogenic assay. The results showed that ber/abl RNAi significantly down regulates the a-
mount of ber/abl mRNA and P210"* fusion protein and inhibits the proliferation of the K562 cells. The meth—
od of RNAI targeting ber/abl fusion gene highlights a new way of chronic myelogenous leukemia treatment.
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