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WANG Cheng', SHAN Ming'', PAN Yun-heo', XU Ming’, BAQ Jia-lin'
1. Depariment of Breast Surgery, 2. Department of Pathology, Central Hospital of Huangpu Disrict, Shenghai 206612, Ching

[ Abstract] Objective To mnvestigate the effecis of UbcHL0 gene ellencing on the dmg resistanos of hnman
breast cancer cell MCF-7/TXT. Methods The shRNA expression vectors were constucted neing the siRNA
sequences which weve designed bazed on the coding sequence of UbeHL0. MCOF-7/TXT cells were then infected
by lentivirne. After being infected for 72 b, the mnfection efficiency was obeexved throngh the flnorescent marker
and infected cells were collacted. The variations of UbdH10 mRNA and protein levels of infected oells were
detected by the Real Time PCR and Western blotting, respectively. The effects of gene slencing on the
sensitivity of chemotherapentic drage for MCF-7/ TXT oells were detected by the CCE-8. Resmnlts The gene
silencing test of MCF-7/ TXT cellz was enccessfully. Afier being infected for 72 h, the infection efficiency was
about 90% and UbcHI0 mRNA and protein levels of infected oells significantly decreased. Gompared to the
control group, the diffevences were statistically significant (P < 0. 05) . Siencing the UbcHIL) gene significantdy
enhanced the dimg sensitivity of taxotere towards MGF-7/TXT cells. IC,, valnes of tazotere of the gene silencing
group at different time points were significandy lower than those of the conwol gromp. The differences were
statistically significant (P < 0.05). Conclwsion Sdencing the UbcHIO0 gene can significantdy enhance the
chemotherapy sensitivity of dimg resistant breast cancer cell MCF-7/ TXT towarde taxotere.
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ECL &9 & ( Pierce, X H ) -

1.2 Hik

1.2.1 sRNA BHREASRENE XEE4E
¥ # AR {5 B & .0 ( National Center of Biotechnology
Information, NCBI ) ZE 48 ZF & UbcH10 R H fF A, H
cDNA P 34525 NM_007019. 3 , U3 X 485 X 7
3] Ad B siRNA #2218 H -4k 4 siRNA Finder” #H4F
3 HRAG X Ay siRNA 3] (5'-CACCTGAGGTATA
AGCTCT3") BRI LA (NC) (5'- GAAGCCAGAT
CCAGCTTCC-3') , #38 siRNA B NC B3, #+ 3
& REF N shRNA-DNA 3], 4t DNA &i8 kS
TEREE pshRNA-GFP 38k, W &5 5| s 2
BAFNERE , AR ER T RSN, T
HE ETAEAREER DNA N &, FEER
BHARES. BoEck KR 203T 4R, R 4
B4 o B W, M A& 10% FBS ) DMEM 52 &
B Bk O M 2 BB B 5 ¢ 10° A/ mL, 3R A i)
10 em# k3% L, 4101 10 mL 4188 ,37 CHI 5%
CO, &M FIER 24 h, R RHETRERER, LBT
HHRA X AMTCRA, ¥ &40 F: shRNA
EARKBE2 pg, BEBRRSY 10 pe, ¥R
BN 40 pL, ¥Rl ##% R Lipofectamine 2000
BRI BB BT . W 0T R IE S B
3% 24 h, M FI& 1% FBS () DMEM 3} 4 31T ki )5
BRETE WG, R4S h, IWEHR LR,
4 CHEMA4T 5000 x g B0 5 min, R #)H0.45 pm
i PVDF BN BEHEA R, B R)E -8 T
PRAE 7 200 B A B Bk AT N

1.2.2 MCF7/TXT $ii A 1@ BB BOtEa
KB MCF7/TXT SR TR0 1 BRSNS
6 FL4H Jia 3% 3% 4%, 48 B hn 10% FBS 9 DMEM 3% 3%
HGERER 24 h, % BER X B ( auhiplicity of
infection, MOT) =10 [n]¢H 3 3R M P BRI B A,
BRERBUERETHSS, EX£H4G7 CH
5%CO,) FHRIESN B 24 h SHRG B, EH&
% 10%FBS M52k sk, )5 REE IE % S50 W
BMEBRE72h R, B EEERE B (green fluo-
rescent protein, GFP) 38315 R8¢ 4 i ¥ Husd 8 |, 5 Hu o
FHRAA 4R NP (%) =F CFP RN H
i /48 R B o 4 R S8 ¢ 100% , B L 5 A B
VAR BT {8, S 4 i, 25 30 32 B4 B RNA
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F B-actin (KR W 2°“ =2Cim - Cin,
PR A RA UbceH10 BEEHYN &R
Bl WERBEER)S 72 h MCF7/TXT 8l , & H

1 mL iy dPBS EBt 41 I . bIA RIPA 20 i 5% 9K
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A 10 pL B CCK8, )5 W-F 37 CHI5% CO, B R i
BEEIE 3% 4 h, BRIRAGN B FLARZE 450 nm ALY IR
b B AR OB T A A L RS L
il R H R B AN Y ICH ., ek A
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Fig 3 Detection of the gene ezpresson of UbeH10 in infected MCF-7/TXT celle

21 MCF7/TXT M & HAM e ICs 547
Tab 1 The analysis of IC, values of MCF-7/TXT cells tewards taxotere

1C g9/ { pg/mL)
Lv-NC

T HHE D

MCF-7/TXT Ly-UbeH10-RNAi

36.72 £2.25%

24 43,12 £5.13 51.77 £4.96

48 26.82 £3.19 27.25 £2.02 9.31 £1.72%

72 13.52 £1.88 11.27 £1.02 3.45 £0. 56
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X F AT B $8 By 46 ST 59 2 N B K R T R
AR, UbcHIO FREBERFASREAFHEN
R R|ARRA], UbcHIO LA R B LR HE R
FRAEEENHENL AR AAENHFETD T
SR LR R N T R E R R, O R
M AP R AR A TR,

ALSFRET I T I R B SEI6 57 B R 2 4
BSTHYNBITRRE T . EEXH. FHRE
w3 UbcH10 5 Mt i 254 2 My R &, & £ F b
R P28 L AN 25 4 4% MCF-7/TXT, &
o 1N Bk 42 7E MCF-7/TXT 8 A UbcH10 # X
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HEATRERUUER , FE R R R IR R b, A & i
Jh JES L, 25 40 D AR T RO ME AT T Bk 4
V7 4387 UbcH10 5 B 25 22 [8) T R 7 76 10 2 R e
ST, BRET B BREERERETUE
£ o B 0 R B4 N B R AT R TR W
257 % 41 P38 (5 T 3R MCF-7/TXT %R 7TH B
A4 LN 5 7 41k 58 09 1C, 0 185 S A 40 0 A B 1
UbcH10 ¥4 [7] {f0 3% °T 5 38 MCF-7/TXT 3} £ 7§ b 5208
T RURAE , N AR T 2 MR Btk i S
TSI EA £, UbcHI0 By TIBRBFF 18 1,
UbcH10 TEEH 435 B RS APC/C XS
IR FALTERR, BT 99 B R R
R, DERTRM SRR EEN FifdR
HHPRELIREEABEEIFEEN. FHREN,
W 24 74k 32 B UbcH10 B35 3411 8 R W4t
HNELSBREENAPEES,. AN HEHXES
RS B AR T B, t R . MR
2 g s s 4 4, UbcH10 3k B YLBR 48 NCI-H226
N RN MRS A RNE, HT AR
AR ME A3 B MDR1 R EIM . X B RR
R FATT, UbcH10 5 B AT £ L0 24, 150 95 40 1) 6 251
B A AN, UbcH10 3 PS8t o7 19 5 34 3R
Vo 25 0 I A L 4 7 2 0 YT MR X
32 85 AL UL T (R CR 3R T  SI 1R98 .
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