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[(HZE] BB UHEREAMPERMLINHF RG-14260 (RG) 5 5L & B 87 2 UH1 K 5842 B ¥ 5 A IR ishikawa 4 Jifd
WA B S, R I R RG 38T T 5 Y BB AR AL B AR R . F73% : BT 10 wmol-L™'RG 545 1/2 #) 1C;, & By bl 5 % (ADM) |
5T (DDP) K S AZ B (PTX) B A, MTT 325 o 0 40 e 38 7 410 i) % ; RT-PCR A I RG (B85 3 A1 M2 28 42 B ) 4f ffd ¢ e 2F 4G 1A
T2 1k EGFRmRNA ik 520 ; Western blot 45 10 wmol-L™'RG YE] 6,12,24 h J5 41 p21 B FEAK T, LR :RC Al i
F LA EGFR £ K mRNA /K, B p21 KA, 4510 :RC E#Hl EGFR {5 5 #, 1M p21 A Kk, Wsmibir 2y
Wyt 5 PR 40 B9 A 5 A .
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Experimental of RG-14260 on Improving Chemosensitivity of
Human Endometrial Carcinoma Cells in vitro

DENG Shou-heng ', ZHOU Bao-feng®, YU Xiong-jie' , QU Ping', XU Hua®, CAO Feng-jun'"
(1. Center of Oncology, Renmin Hospital, Hubei Medical University, Shiyan 442000, China;
2. Depariment of Gynaecology and Obsteirics, Shiyan Maternal and Child Health Hospital, Shiyan 442000, China)

[ Abstract] Objective: To investigate the effect of RG-14260 on the proliferation and drug sensitivity of
human endometrial carcinoma line ishikawa cells in vitro. Method; Cell proliferation inhibition rate of ishikawa
cells was determined using MTT method after treatment with half of the 1C,;jof the ADR,DDP,PTX and 10 pwmol-
L"'RG alone or combination for 24 h. The mRNA levels of EGFR after treatment with RG and drug alone was
detected by RT-PCR. Western blot was used to measured p21 protein abundance after treatment with 10 wmol-L ™'
RG for 6,12,24 h. Result; RG-14260 significantly decreased the mRNA expressions of EGFR and increased the
abundance of p21 protein. Compared with the treatment with agents alone, combined treatment of the RG-14260
significantly increased cell proliferation inhibition rate and improved the cytotoxicity of the chemotherapeutic agents
(P <0.05). Conclusion: RG-14260 can block the EGFR pathway and increase p2l protein to inhibit the
proliferation and enhance the chemosensitivity of human endometrial carcinoma ishikawa cells.
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(‘epidermal growth factor receptor, EGFR) & —Fl I 5%
T TEZ A IR b 3Rk, 7 o B A TE
EGFR 5 33k H A 12 52 435 P 7T LA 28000 40 1) b
RO K WL EGFR S g A 75 0 00 T 25 7 A
ishikawa i il Xf 16 57 25 H # B50IR%ME OR DL A8, A SC

X AT TR
1

F A KNP (EGF, #it 5 315-09) | WE W4 i
(MTT, 4t %5 0309-012) 2y Sigma 7 i ; EGFR #1l1 i 5]
RG-14620 ( RG, it 612532005 , 2 [ Biomol /A7) ;
DMEM % 3% B W H 3% [ GIBCO 2t ®] (4t 5
MD205) ; febi A p21 H4r (5 GMS41007) 1l =
UM BT (Hit5 £032220) g § 3¢ [ Santa Cruz 23
Al ; Trizol S RNA il $2 3K 71 & (it %5 102001 ) |
RevertAid™ First strand ¢DNA synthesis kit ( rxx kgn
K1621) & Fermentas 2 &) 7= 5 ; Mod 550 %l 4 H 3
fiti b7 A% ( 22 [/ Bio-Rad /% %) ; AM-PLITRON 1I[ 71
PCR ¥4 {% ( 22 [E Barnscread/Thermolyme /&) ) o
2 Hik
2.1 4MuIG R KA FE N RO A M AR ishikawa
HH A B Ik DR B2 2 F 5 e B 43t , 35 3% T1% 10% /2R 1l
W DMEM }; 2 5 , T 37 C AR B, 5% CO,
M TR SR, A2 20 ng-mL " 'EGF HikbBE 2 h )5
4%k 7 40, B 10 wmol - L™'RG (1/2 1C, Bl %5 % . 1/2
1C, 4 1/2 1C,, %4212 10 pmol-L™'RG +1/2 1C,,
BI85 2 10 wmol - L™'RG + 1/2 IC,, i 4 .10 wmol -
L7'RG + 1/2 1C5, 5 AZ B2, 53 S 25 11 % HE 4 g 41, By
BRI EEBR IC S MICHk[3] 5098
0.572,67.4 pmol-L ™" F1719.5 nmol-L ™",

2.2 MTT SAG I 40 M3 78 20 o 20 Je b 38 1,
F ML 1 x 10° 4~/ mL $Fp 2 96 FLAR , 45 L 100
pl, BRI 4 ANEAL, KGR 12,24,36 h 5 HALINA S
gL' MTT 10 pL,#EH 2 h 5% 2 11, i 150
pL ZH L BAE A 30 min, 114> [ 3 B bR K AE 570
nm KT B FLIOGEE A A M

MMM = (A — Auy ) /Ay x 100%

2.3 RT-PCR 3 # Wl EGFR mRNA™ i F 10
pmol-L™'RG K 4% 1/2 1C, & Wy Bl 5 K 4H . %12
BEERRFE 12 h J5 W AR & 4 40 M, Trizol 42 B AL RNA,
Wi 54 i cDNA I F PCR, PCR 5|% %, EGFR |-
W14 :5'-AAC ACA GTG GAG CGA ATT CCT TT-
3, R84 :5'-GGA AGT CCA TCG ACA TGT TGC

T-3", 3 84 7=4) 425 bp, W AK & 25 wl,95 C 4L
P£ 5 min,94 °C7A8PE 1 min,55 CiB Kk 1 min,72 °C %E
{1 min,25 MERH, &5 72 C 10 min 55 H X o
BC10 pL 338 7= 047 1. 5% B g A Bk e fe vk, TR Ak &
BE Yt SRAMT TR ULER IE REAH , 48 B I G 53 B Ak
11268 2534 o
2.4 Western blot JAG 1 p21 FEH 404 FP T 6
fLAR, i 10 pmol-L_IRG b3 ishikawa 4 ], 35 37
6,12,24 h J5 W40, PBS ¥ 2 I, 2, 5.0, 0
R LW RV A M B, AT =, R T Ry
R - R I I s o = s Rl o = 2R U LT P
SDS 5 P4 A Tk i 8 e v AT HL UK . R TK S R I 4K
UMA p21 —HUA ZHt , MA R 2.6, K, &
I 2% H] Quanti Scan B4 #E47 %5 B2 45946 534 o
2.5 GiiteEab AEEEHLL v 25 FoR, N H
SPSS 13. 0 et #4777 22 0 #r , P <0.05 A i
EVEER
3 FR
3.1 RG B A My Xt ishikawa 4 i 39 58 1) 52 i
MTT 2K 0 45 58 4 7%, 10 wmol - L™'RG BE A& 1/2 1
IC,, P 75 % (0.29 wmol - L™") JIf 41 (0. 34 pmol -
L") A2 W (0.36 pmol - L™1) B I J& , 40 i A K
MHR RS TRGNMH, Aait» & L (P <
0.05), 10 wmol-L'RG J 4% 1/2 (¥ IC,, b 55 2 |t
AR A BB VE B 12 h, % ishikawa 40 i 7= A= (19
PP %S 15.32% ,14.67% ,16. 14% ,17. 13% , ifij 7]
FERI 1 RG 1K G BT 2 AN sl A2 BE/E 12 h
7 AR A R 0 T R 34.21% ,35.12% ,38. 11%
B EHAENBCRE P R E TR N HH (P <
0.05) , Ffi & VE BT ) A 4, RG K &- Ak 97 25 5o %
K565 I FH X 200 i 184 7 A 1 490 ) 5 B 2 8, (L
BRAEHEMNSRGEAY R & THRGNHH (P <
0.05), L% 1,

#1 RG RZFGMBLEWIT3T ishikawa

MRAIEFHR M (v £5s,n=4) %

5 il ik A
/pmol L™ 12 h 24 h 36 h

RG 10 15.32+1.17"2%20.16 £2. 13" 24,14 £2. 15"
B 55 2% 0.29 14.67 +1.93"  19.61 +1.25" 23.23 £1.78"
] 0.34 16.14 +1.36>  21.13 1. 14% 24.85 £1.97%
A 0.36 17.13 +1.98%)  22.34 +1.58% 25.94 £2. 119
W Z +RG 34.21 2. 14 40.21 £2.23 43.17 £2.33
4 + RG 35.12 £1.85 41.73 £2.42 42,19 £2.12
YRR+ RG 38.11£2.24 45.24 £2.39 47.37 £2.57

WGP E +RG ML P <0.05; 54 + RC HIL> P <0.05; 544
FZ +RG 1P <0.05,
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3.2 RG E#&1by7 24 %) ishikawa 40 ffi EGFR mRNA
FARMFEM B 10 wmol - L™'RG K% 1/2 1C,,
(BT 2 2 4R | 48 A2 B AL BR Ishikawa 200 12 h J5
RT-PCR 5 I 25 5 32 W], BT 4 3R W0 4601 Ak 341 201 400 M o
EGFR mRNA ik &R &, KEE 75 R 16.8 «
L1157 1.9, 582 FE Ab BRAL IR BE( R Ry 12,4 =
1.6, # . 2 F RG 41 EGFR mRNA 235 & W B & F
P, K BEAEAL R 1.3 £0.3, 34 W] RG fig & 3 4
EGFR S H %Kik, WK 1,

1 RG B & 2534 ishikawa 2 EGFR mRNA 3 3% 19 21
M. Marker; A. Jii41; B. RG;C. P % ;D. 2B F L

3.3 RG %t ishikawa 40 if8 p21 ZE 11 335 ¥ Wi

Western blot & £ | 45 5 & ¥, ishikawa 41 jfg th 7%
e p21 SRR IL K EE(EIC N 0.314 £0. 019,
ZRGEHM 6 h, 4l fi N p21 A K IEMETH
0.467 +0. 037, F+ i /E AR B % . WifEf 12,24 h
J&i , K BEAE I 43 51 TF 2 0. 684 £0.042 (P <0.05) Fll
0.896 +0.039(P <0.01), FiEH BE, WK 2,

B-actin
N e G G

1 2 3 4
2 RG 3¢ ishikawa 40 ffl p21 EHREZM
(1,2,3,4. 40 B %F BR B AEJH 6,12,24 h 455
4 itig
EGFR J& ErbB( ErbB1-4) F il 5t 2 — , J& B
L ExbB1 (HERL) (1335779, J& 32 1K 714 1% 24 1R 26
P18 (RTK) ' EGFR 76 BT 4 ) 22 Jiz 240 ML . 5% 5 41
JHL 8 43 A5 28 e IO 240 L ST T LA B b 2k HE R Y
A Ak OBAR A AR K Al st T
REBEBENER . R KW, £ ANKTH W £ F
gz th #84E 7E % EGFR B9 5 3357 EGFR fy 32 i
F8 5 Mg 0 A kSR ARSI 258 o6, AR AR AR R
W AR LU EGFR #5143 1 8 [ 34 )T © 6
SRy 2 A P b IR I T T B AR
A SO EGFR 5 5 ML BT 77 RG 4b 375 4
£ 212 -

i g5E Ishikawa 40 g A& B, B0 5 10 p,mol'L_]RG

KA 172 19 1Cs A0 97 25 490, 4t JE 33 5 410 1) = fe e 36

RE|26% ,1fi 10 wmol - L™ 'RG Bk & 1/2 1y 1C,, 4 ¥7

25 ) ik TR ., XoF A 200 L ) 2R B R T e,

T RG B Ay 25 B HACR , Ui W] RG A 1k y7 (9 3

WAEM . HIESE RG 1Y iX S/EH 2 5 EGFR {5 %

I FEAT G, A i — 20 R ] RT-PCR kil 1 28

RG J¢ % {67 25 ) &b B )5 (%) ishikawa 4 ffd EGFR

mRNA /K, 25 58 & B, RG 4185 & T B, %A A ]

HRAK G, EZBEHN TWE ZE, M RG B4 %

A2 BEXT 4 Jf 38 5E 410 61 26 s T RGO G T4 5 B 25

2, UL WMl EGFR 3 % 8 55 )& RG b7 3% B i 1F

MFEEZ—,

H R, B8 3t i 1 TA O 2 — i LA 4 ] 0 2k 9
SRR BB, T op21 SRR HATC M B A &)
T P T 200 ] ST R B R, 2= 5 T A M G L A A
W JHTILL M DNA 3 0518 52 48 Z b Dy he ad 8 15 .
KR RUT, p21 By F Ik 6% 5 I iY o A K
T2 B AR IS 2 AR OC, T A SRR p21 BRI
Jei  SCRT i %8 240 M B A KR L AR SO RG
TERFEWNBEAM 6 h J5 &3, p21 EHEFEHA
Wi, MiVE 12,24 h )5 p21 & A& W W It s, U]
A p21 W2 RG Y7 1S BOVE IR FTREBLE Z —

[ &% k]

(1] Z=4, B WEsFRmBr¥ (M e ART
Az R AL, 2007 1.

[2] FEHRH,IVHIK, % TCGF-pI 5 EGFR £ FH A
JERERENBRAS PRI LEXL[T]. pEEES
AL 24k ,2010,18(7) :21.

[3] thwe, A, sk ML KRBESTENEE
Ishikawa 4 g J# T 9 3 5 AL Y7 U [T ] W 7 R B
K42 ,2010,30(6) :1301.

[4] 3KWF, BRZT, BES, %. RNA THL I EGFR
i PR SK BT L 9 T 24 40 A 0R T g S B AR [T ]
A B IR A%, 2010,17(5) :345.

[5] Jorissen R N, Walker F, Pouliot N, et al. Epidermal
growth factor recetpor; mechanisms of activation and
signalling[ J]. Exp Cell Res,2003,284(1) :31.

[6] Psyrri a, Kassar m, Yu Z, et al. Effect of epidermal

growth factor receptor expression level on survival in

patients with epithelial ovarian cancer[ J]. Clin Cancer
Res,2005,11(12) .8637.

[7] Park S J, Armstrong S, Kim C H,et al. Lack of EGF
receptor contributes to drug sensitivity of human germline
cell[ J]. Br J Cancer,2005,92(2) :334.

[8] Nicholson R I, Gee ] M, Harper M E. EGFR and cancer
prognosis| J|. Eur J Cancer,2001,37(4) .9.

(91 AR, s2 T, 808P p21 FE R 5 g (0] A= A i 1k

2 2004,24(6) :505.
[ TR g%E AR AR



