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Experimental studies on effects of EGFR gene suppression by RNA

interference on enhancing radiosensitivity of ovarian cancer cells
LUO Qian et al
(Department of Oncology ,the First Affiliated Hospital , Chongqing Medical University)

[Abstract)Objective:To construct a expression vector of EGFR specific siRNA and transfect it into human ovarian cancer cell line
SKOV3,then to evaluate the effect of RNA interference (RNAi) on the target gene expression and radiosensitivity of the cell line.
Methods: EGFR sh~ RNA was synthesized in vitro and transfected into SKOV3 cells with lipofectamine technique and then the positive
clones were selected by G418. The positive RNA interference cell line, negative RNA interference cell line and the normal control cell
line were included in the study.RT-PCR and Western Blot technique were performed to detect the inhibitory effect of RNAi on EGFR
mRNA level and protein level, respectively. Three kinds of cell lines were exposed to different doses of radiation. Cell survival curve was
drawn by means of MTT method. Results : The expression of EGFR gene was surpressed obviously in the specific sequence shRNA group,
and EGFR mRNA and protein surpression rates were 77.5% and 76.1% , respectively ; Sequence—specific shRNA-EGFR can significantly
enhance the radiosensitivity of ovarian cancer cells,and significant statistical differences existed among the three groups (P<0.01).
Conclusion: The experiments in vitro confirmed that EGFR gene silenced by RNAi can significantly enhance the radiosensitivity of
ovarian cancer SKOV3 cells.
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1 HRREAE

1.1 H#

L1l #MAER.  BUSSE SKOV3 41tk B ThRlE:
HMAEYIBIF T, EGFR KIEFBEHEENEH AR ER
BI pGensil-1-E F BIMERT BRIERF AL pGensil-1-C B 4
112 FERN EZRBERNERITE S OMEGA 2
A B TSI WH A T RERA A BB EE
lipofectamine2000 W B Invitrogene 2% 7 ; & I BURFI &M
BIEARA Al B4 EGFR 8 B B SantaCruz 24 7] 5
RT-PCR R &M B H AW A HE ; P ERAMIE (MTT) W
A Sigma 22 A ; [ RNA B F & B 45 2\ |] ; SDS-
PAGE ##iZIA A 1B F],

12 Fik

1.2.1 30/ EGFR EFH shRNA £xBEMWE R siR-
NA KRB & R 3 4E pGenesil B TR A48 5, 18
¥ SKOV3 4ift EGFR KR BEME R & (TGGG GTCCT-
CAAAGACGTT ) A 84R , %1+ 17 EGFR BB FF 548 5 7
shRNA I8k (pGenesil-E ) (iF X 4% :5°~UGGGGUCGU
CAAAGACGUU-3"; i S 4% : 5’ ~ACCCCAGCAGUUUCUGCA
A-3"), LR3I Sy BLml , i A CUAUGGACA ZEH T3
B AR A EEFF, BNt BamHI 1 Hind I B
fis. 5 EGFR ZEFFIT M IER: R shRNA B FAIE
% (pGenesil-N ) (IE X575 : 5" ~GCAGGUGCGGAAUAUCU
GU-3", [ X831 :5 -CGUCCACGCCUUAUAGACA-3" )i
RINAFEY TEATER.

122 SIS ERSRHE S 10%864 75 RPMI-1640 3
FEMINEIE SKOV3 HuHadk, B THMIEFRFE (KH:377C,
5%CO,) 1 HIE IR, FREI M AT, LA 0.25% BEBSTH AL /S 1%
8o #& Lipofectamine2000 AR BibATH S, LB AN 3 4,
FAYE RNA THR4A(A 4) RSB FR; M RNA T
(B A ) SRR R TR 25 XA (C 4) R PR
R R R AT G418 W H PHPE TE ke, BT HE S
¥,

1.2.3 RT-PCR # EGFR mRNA #j&ik W4 3 A4,
53 HIIRBUE RNA, BUE BA7HY RNA & Sul, G 8 ¢cDNA,
i85 PCR #ATY 3, ¥ W™= K /N 425 bp, LA GAPDH
fERNS R, Ky ™YK/ 310 bp, B FAEER LR
WRG I B &H MESFZWHKREME, ¥ EGFR 5
GAPDH %36 K B A LU B/ 9 HE /5 EGFRmRNA RUAHRT
FAKF-. EGFRmRNA MFREIMHIER =(1- LHHECFRm-

RNA A%t #e357K ¥ /25 (108 B2 EGFRmRNA AHXRIAKF)
x 100%
1.24 Western Blot #:ill EGFR E A &% k4 3 HH
M, AR E B A BAFE A SRS 1S LT
B Z PVDF ;LT PVDF BE#EAT2432, B4 B -actin 1E R
WS B8 L3 ZOEANR : B ST H B8, e €. Al
H LabworksTM 133853434 R0t EGFR #1 B —actin
HIRRS CH M, LA EGFR 5 B —actin JCE B E R HLEES
EGFR E ANAIN #IAKFE, EGFR HARBHIMEIR =(1-
K EGFR BHMER R K LS A3 4 EGFR F HHM
X RIEKF ) x 100%
125 MIT RTS8 B AB.C3IAMK,RAR
FRFE(0.2.4.6.8 Gy) S5, L BN PBS i3k 238, &
0.25% [RES AL , Sl L A B  IHEUR LIEFL S x 1004
RARERDT 06 FLAIMUIE FRAR , BAEER S L. B 37C.5%
CO, MMIIESEFE PARGEIESE 4 d J5 , AL N A DU R 048 4
W20, BE 4h, FEWFE, BFLUMA 1500 ZHEW
W, B REHRIED 10 min 2. %R 490 nm K,
TERIGHE, RIBRAMEEN L LR EGH 5 HIEHHE
W H. HitE UM FIE S (SF),SF=3L14 714
TR SEAE /% FRAE BTG x 100% .
1.3 St FESH

W EHAELLIIET + bRAEZE (« 2 5)R, RA SPSS13.0 4
WA ITREE S KPR (F R
KM HE IR LSD— K, P<0.05 HEFHHITHEE L.

2 & B

2.1 EHAREIANMERMNALER

BRI EGFR 2 HBF 54 R R R IE pGe-
nesil-E ([LE 1),
22 mieHFEL5Hik

YT SKOV3 488, 53 Bl AR M G418 KE37
(200 p g/ml 400 pg/mlIBIETELE, 10 d 5 RMINEE 0
AN EREET, R 3 AE R RHEE, 27 5
BERER, SRR T 4E R 300 wg/ml, FIEJE SKOV3
MM RS UL KT pGenesil 24 h F7EB B BE T 57
T FR (LA 2)
23 RT-PCRERZR

1 RT-PCR ¥: 53 mRNA BERLERMAE 3 Bix.3
#H EGFRmRNA £ Y75 425 bp b33k, HP BT IA
EGFRmRNA £&H 8 E H B FHAMI AR S AR
o, EANEN BA 5SS G RASTRERIELU3 45
GADPHmRNA £&HFHI7E 310 bp Ab3Rik, AR M A%
HEREMTER(WE 1): At RNA THR4A 5% RNA T
A F2s [ IR 2 (] EGFRmRNA #MXt F#kK 2 RA
it $ 8 L (P<0.05), Bk RNA FHAB S5 AXBEAZ H









