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siRNA i) 209 HNE-1 Z0#k HPV16 E6 iy
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[# E)8 & %FiT/hTi RNA(Small interferimg RNA,siRNA ) % 8. ' 3% ( Nasopharyngeal carcinoma, NPC)HNE-1 4 jfi £k
HPV16 E6 #H XA MBVEA, WK HPV16 E6 3R TLERXT SBIRE A MA KK, 7 ik RSME AL 4 4% HPV16 E6 %
BH siRNA , B IT AR FRSE Yo S A BIRE HNE-1 400, F MTT S5 R i M A KB ol , Rk B RIS s
M (Reverse transcription polymerase chain reaction, RT-PCR)K:U%4 YL /5 HPV16 E6 mRNA BIFEAKE, A A b R &
BRI T HPV16 E6 BHMFRBKE. £ R . F ALY siRNA 5, MTT L5 575 4000 A4 85 52 518 B4, 4%
Al % 32%; PT-PCR R R fEH L4553 B RNA THL(RNA interfering, RNAi )& {8 HNE-1 Ziffih HPV16 E6 mRNA KFEXREH
FRKT FRE £ % siRNA W] LUA NS HNE-1 Z0Hidk+ HPV16 E6 B9k, MR g AT 1 . RNA AR —
iR 0 B R R R AE BRI AT TR B B KRR R .
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siRNA inhibits HPV16 E6 expression and cell proliferation in HNE-1 cell line
SHEN Na.et al

(Department of Otolaryngology.the First Affiliated Hospital,Chongging Medical University)

[Abstract] Objective:To evaluate the inhibitory effect of Small interferirng RNA(siRNA) on  human papilloma vinustHPV)16 E6 oncogenes
in nasopharyngeal carcinoma(NPC) cell line HNE-1,and observe the effects of HPV16 E6 silencing on NPC cell growth. Methods:Four
siRNA against the HPV16 E6 gene were designed and transfected into HNE-1 cell respectively using RNAi-Mate transfection
reagent. MTT was used to investigate the cellular proliferation after the transfection. RT-PCR was used to detect the expression
of HPV16 E6 and protein level of HPV16 E6 was measured by Immunohistochemical staining. Results: After the most effective
siIRNA was transfected into HNE-lcell,the result of MTT indicated that the cellular proliferation was restrained remarkably,and
the highest inhibitory rate was 32%. Meanwhile, RT-PCR and immunohistochemical staining showed that there was a significant
decrease in HPV16 E6 mRNA and protein level. Conclusion:These results demonstrated that siRNA against HPV16 E6 could
effectively downregulate HPV16 E6 expression in HNE-1 cell line,and inhibit the cellular proliferation. RNAi has great
potential in the treatment of nasopharyngeal carcinoma as a new gene therapy.
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R AR DL 31 9 mRINA , DA T BEL W A 7 25 PR R 3k Y
SRR EE R TUBR LA . AT K A RNA T3
HARME HPV16 E6 ZEPH 76 B0fE 40 ARk,
FRET RNA THIGTF BRI LKA .

1 HRETE

1.1

ABREARERHNE-D B EXRER REEFHEFT
R , LS BOT R R AR ASE S . /D1
¥ .0.25% /B (1 B H 3L AR ( DMSO) ¥ Tk 7 R IE 4=
YRS AA. NP REEEMEMTT) . W TR R LT
5B/ E) . RNAiso Reagent,RT-PCR iXF| &M B KEEEY A
@], HPV16 E6 —%i (Santa Cruz A®]), @R SP kit &
DAB W & (AL FEH /A F]), RNAI-Mate FE YL XH| ( LEH
HAED, 51 YhERAE LA
1.2 siRNA #53&3t

! HPV16 E6 mRNA J¥5! (Gene Bank NaC001526),
i g HE A E A ERF RS T 4 TR, #HAT
BT REIFFUE RS S0:, BUE Rt T 4 &
siRNA,siRNA-5 FBAMEXTRR(ILE 1),
13 fmiiEfiAadt i

HHIBRIERN T & 10%/NF 1L 75 A RPMI1640 355K, B
F 37°C 5% CO, BHFRA P H LR, HUMIE 5 104
R T 6 FLIE M, 24h PIFEEIARIC A 15 60% J5 B AT BE1T §
%, BVERE DN E] RNAI-Mate F5EMH1T . BT S
48h HifaE .
14 MTT R fmpeed £ KIE5h

PERIXTECAE KRR ARRE, LA 2 x 10° MERD T 96 FLERF,
24h JEEE R IREE Y, siRNA, 4REE3E5: . 735 F 24 .48 .72h
JEIMTT %W 201 /fL. 35S 4h B R LIEW, "R T
W 150wV L, #& % 10min J5 7EREAR 1 L W E 4 FL &Y ODgyp

. IHEMHR =1- 5cH4A oD A / X1 R4 oD fH.
1.5 #%% /5 HPV16 E6 mRNA & £iLal T

IR RS R B4R AR LR RNA, 345 & iR
$#47, HPV16 E6 5| %) :Sense:5’-CAGGAGCGACCCAG
AAAGTTACCA-3’ ; Antisense: 5’ ~CTGCAACAAGACATACAT
CGACCG-3",=#JK/N 407Tbp. PWZ GAPDH 5|4 :Sense:5’
-TGGACCTGACCTGCCGTCTA-3" ; Antisense: 5’ -GGAGTGG
GTGTCGCTGTTGA-3",F=#JK/I> 149bp, PCR R FL 544 :94°C

2min, 94 CAEH: 30s,59°CIB X 30s,72°CHEH 1min, 30 M1E

B, RKIKIE 10min, T E=YE 1 %5 R BRIKE , 1
FEIMTTHBHHITHH ST, LIHPVI6 E6 5 GAPDH
FHemEENEREER R HPVI6 E6 mRNA 98
pr.y, AN
1.6 ##EHE HPV B EHBREmie b eh Rk

AL 0.25 %R BREEIHALE , 7E 6 FLAR B e
R, e 3 FLS TR FRAMC R 60%RE& BT, AT 001 mol/L
PBS ¥k 3 WK, 4% B EIREE 15min HdR &1 SP &
AT R AMMIbE R (—HIRAE N 1: 50),DAB 6, 8&/5
RBARRZ YR, MRS ML SR, BN A,
1.7 SitFam

A SCH B S S48 R Y SPSS13.0 for Windows %t it 34
BT

2 &£ B

siRNA *F4m f6, & K 3% 58 09 4 A

MTT B 4G, 7 570nm FH 54Tl E & LAY
WA (OD 8, f& I HI e T30 5 X 4 A K 3%
FERMHIVER . 45 875 ,HPV16 E6 siRNA-3 fEM
ZH ) OD {E 4 Bt Xt B 4H (siRNA-5) B B B, H
ERHBENSEITFRE X (P<0.05); HAKHASH

2.1

L1 5% siRNA #HF3
siRNA 3
HPV16 E6 siRNA-1(iF 3L 4%) 5’-ACUGCGACGUGAGGUAUAUdtdt-3"
siRNA-1( % S 5 ) 5’~AUAUACCUCACGUCGCAGUdtdt-3’
HPV16 E6 siRNA-2(IF 3 &%) 5’-GUAUGGAACAACAUUAGAAddt-3"
siRNA-2( 2 S ) 5’ -UUCUAAUGUUGUUCCAUACdtdt-3"
HPV16 E6 siRNA-3( IF SL4&) 5’-CCGUUGUGUGAUUUGUUA Adtdt-3’
siRNA-3(fz &%) 5’~-UUAACAAAUCACACAACGGdtdt-3’
HPV16 E6 siRNA-4(IE %) 5’ -GGUCGAUGUAUGUCUUGUUdtdt-3’
siRNA-4( 2 S ) 5’~AACAAGACAUACAUCGACCdudt-3’
HPV16 E6 siRNA-5(IF 3 5% ) 5’-UUCUCCGAACGUGUCACGUTT-3’
siRNA-5( 52 L) 5’~ACGUGACACGUUCGGAGAATT-3’
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#55 % W EB % 8 (Epstein-Barr Virus, EBV) 7E £
WA R R R R REEER, KPR ZE R
£ LMP1 . EBNA1 S3F0, Blkh4eA iR
HIEIESE HPV 553k STAR SRR T Fr 40 g dn £ s 8
T BRESEHEYMEX, FER HPVI6. 18 B,
HPV16.18 BI{) E6/E7 & 1 £ 8 # I\ R 2N &
M, 2050 5 40N g #14 PS3 .Rb 454, T4
i JRD £ R0 5 o 40 B K AE 4, Hod HPV 16 1 E6
BHRAKEAERSMREH R EGRER
o AEMEWmELEMERKEH TRERRE,
Rt RNAI 75 45 57 P Sl 40 o 8 K77 3 e L TR S
IR IR, BT LABFST 1 e 5 B 7 bR RO 1 I Bk
WE R & R RS, (HXTF 5 HPV R %
BN, FIH RNA FHE AR S HPV M B BUE
FEAU E6.E7 WRAMBIMIRE, HR 2T
B, A BT EOISTIESE , B HUE CaSki 41
R SEH RNA TR IFAE , MSMEHEH HPV16
i E6 BT EA LFEERHMERE. H
oL FER MR T R E R A, BATH 4 ZARRH
siRNA 1 F T & 8 458 40 il bk HNE-1, K& HPV16

E6 HEiE. ZREHHE AP —%& siRNA Gl

HPV16 E6 Rk, il il 40 A 38858 . Btk
B, & xRl — B AR #5119 siRNA Xt 3 %k
FIIME BE 1 22 AR KON X 5 FATAY SCIGAHAT (B
BARYUHEARERE, AR — 5

AFTE R RNA T3 HPV16 E6 REA S
£ VB8 40 M PR AR A 345, $87R T RNA T 404 B IR
FEENIRYT L REAER RN E , AR N AR A
BT AR T — @ LR =R .
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