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siRNA ELA% ik #4A& R H Lipofectamine™ LTX #4t A Jurkat ZHAflf5 Real-time PCR #:ill Hsp90B mRNA 7K P48 4k ik
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Inhibitory effect of small interfering RNA targeting heat shock protein 903 on
growth of Jurkat cells

Suo Taoli' Xu Youhua' Liu Xiaomei' Guo Yuxia' Luo Qing” Liang Rui’ 'Department of Hematology Children’ s Hospi-
tal *Laboratory of Children’ s Oncology Institute of Pediatrics Chongqing Medical University Chongging 400014 China

Abstract Objective  To study the inhibitory effect of small interfering RNA siRNA targeting heat
shock protein 90 beta Hsp90B gene on growth of Jurkat cells. Methods  Three specific interference
sequences and a random controlled sequence were inserted into the pSOS-HUS according to the ¢cDNA sequence
Hsp90B1 NM_003299. 1 of Hsp90B gene. Recombinant eukaryotic expression plasmids including pSOS-
Hsp90Bil pSOS-Hsp90Bi2 pSOS-Hsp90Bi3 and pSOS-Hsp90Bi control were constructed and transfected
into Jurkat cells by Lipofectamine™ LTX. Gene silencing efficiency of recombinant plasmid pSOS-Hsp90Bi was
monitored by real-time PCR and effective Hsp90B-specific RNAi sequences were screened. Hsp90B expression
level was measured by Western blotting. Inhibitory effect of Hsp90B gene on growth of Jurkat cells was detected
by MTT assay and flow cytometry respectively before and after interfered by siRNA. Results  The recombi-
nant plasmid pSOS-Hsp90Bil 2 3 eukaryotic vector targeting Hsp90B was successfully constructed. The
expression of Hsp90B in Jurkat cells transfected with pSOS-Hsp90Bi2 was significantly inhibited at both mRNA
and protein levels P <0.05 . MTT assay and flow cytometry showed that Hsp90BsiRNA inhibited the prolifer-
ation of Jurkat cell P <0.01 19.56% of Jurkat cells apoptosis were also observed P <0.05 . Conclusion

Chemically synthesized specific siRNA targeting Hsp90B can effectively reduce the expression of Hsp90B
gene and growth of leukemia Jurkat cells.
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S Annexin V-PE Z0Md i -k & BlEEAY  Hsp9oop %
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PREER} 7 i S 50 28 A T
1.2 %7k
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NM_003299. 1 1487 ~1 505
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1E S5 5'-aATGCAAAGGTGGAAGAAGATTTT-3'
NM_003299. 1 2360 ~2 378
JZ 4% 5'-aTCTTCTTCCACCTTTGCA' -3’
1E X4 5'-aGGGTAAAAGTAGAGAAGGA 3!
NM_003299. 1 210 ~228
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Ik WU ge 48 h J5 (9 4 AL A0 L 43 Ol B Y pSOS-
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Hsp90Bi2 £ %%t pSOS-Hsp90Ri3 ZH HEHL 44 RNA i 5t
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CCTGT-3" ¥ #4 A BtJy 109 bp  Hsp90B [ i#5| %) 5'-CCAT-
AGCCAAATCTGGGACAAGC-3" Fii5|1¥ 5'-GAAGGCGGAAT-
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Hsp90B mRNA [k E % F °
1.2.5 Western blot #;{lll Hsp90p %K 4 ¥ 3 1A W B 5 Yy
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PImshRICH) PO E 2 h FEH TTBS PRI Ak A6 i il
& BEB B
1.2.6  MTT SEAG I e B FRIB HA ST Jurkat 41 I3 515 )

SC U6 4y A %% Yt pSOS-Hsp90Bi contorl 2§45 44 pSOS-
Hsp9OBi2 21 =5 (1% REALAN U s FR Sy X B AL B2 ik 5 4>
B BAHMMELL 1 x 10°/ml A4 IEECERN T 96 fLiRk 1L
JMA 200 Wl A3 5ITERE Y5 0 24 48 72 h i 5 mg/ml f§ MTT
20 pl k23557 4 h J5 8.0 7 B Jm 150 wl DMSO k% iR
5] BRI B 490 nm (ROGEEME D 490 Rl
WLk
1.2.7  Jaani O an i = R RL b A 2H A0 A i
PAATMEIR A2 x 10°/ml (g 48 i 3 #h T 6 FLA LA
2ml Y48 hFEL FE LN WCERANN PBS U 2 K 500 ul
Binding Buffer Z 7740 /il 1 wl Annexin V-PE JR%] %R #EE
S 15 min 1 he P02 20 SO T
1.3 %itsa
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