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1.1 ## A NSCLC PC9/GR HIHLE MR
Fir 20 AR e N YE R Astra Zeneca 24 ) HIE, A
DMSO ¥ B Ay BH (A E S 10 mmol/1L) , 7
-80 CIKFGRAF, Frsc M PR ZE HARIR X,
DMSO M2 % B /N T 0. 1% 5 G 4 1L i . 25 #% DMEM
B S B B [ Hyclone AR HHR HERXWA
M Z5EE 1A s MTT K3 . DMSO 1 A € [ Sigma 24 7] ; An-
nexin V -FITC/PT 4fi g i -4 I X0 & W B i Dl
{25 ;p-EGFR \EGFR (BERRAL 1Y 22 B B/ 75 AR R
[ % i ( phosphorylated serine/threonine kinase, p-
AKT) AKT 8% B2 1k 4 4 M2 51~ 98 7 2 15 38 % ( phos-
phorylated extracellular regulated protein kinases, p-
ERK) .ERK #ifA&it 5 3% E Cell Signal Technology 7y
&) ; B-actin Jz —Hi B AL 5L R 2 B AR A R
A Al R 6 A 3K E Millipore 24 ],

1.2 ZAff3E3R  PCY/GR 4RI 10% A4 I3 |
F 1% W40 (100 U/ml FHFER M 100 pg/ml HEHR)
1= HE DMEM BigR il , & 7 37 C 5% CO, MBEs%
FitP R, 1 ~2 d #R RO ML BE R
BT WA T, BUX B0 I B RO A A 7 S
1.3 MTIT EZ# A EIEE B PCI/GR HfaIEHE
BRI ORI A PCO/GR 40, LA 5 x 10°
A/ml, B2 100 pl, HFpF 96 fLARH ., AHfERE 5%
24 h 4 0 RE RS, SEEG4H A 3R JE (0,390,
0.780.1.560 3. 125 6. 250 ,12. 500 ,25. 000 ,50. 000
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pmol/L) o XFRRAIMABEFRE, 72 h f5, 1A 20 ul
MTT(ABRKERN S my/ml) GRS 4 b, HE
AR L& % (545 U5 , A 150 pl/fL DMSO, %% 10
min , ¥ fif 45 & , 76 B IK S R il 4 B e % LA
490 nm P AL B 6 (optical density, OD){H, it
BN H R, T EIEBEX PCO/GR [k
B ¥e B (half inhibitoryconcentration, IC,, ) {H ; &
fLixE 6 MES, LRHEEED 3 K,
1.4 Annexin V-FITC 333 M RMAA T RS
MEE  BOWECE K B PCO/GR 4HM, DL 1 x 107
R 6 L, Bl 2 ml, RIE IC,HHE TARE
YIS BLARSEE R B ([ & ARG 52, A~
BEY) ERLIC 2 YIE B 2 1% 1C 25 Wi BE ik
MERZGH 4 IC, B E R MNEK P R4,
SERHEIG , £ EI1E W, PBS PRk 4, 1% B U
FmA TR RN, B 6 FLARMIEHE , B T #ER
N 10 min, FE5E0 B 058 T M R, LK x>
HE 3K
1.5 HRAABMAKN PCI/GR AaHATRIEN
B #0AE K ) PCO/GR 411, 1 x 10° R F
6 fLiR, Bl 2 ml, LT HWM LR, FFéhPat
A WO RRREH LIS 1 4H g, PBS 3R 2 X, 1 600
r/min 2.0 5 min WEYRM, JMA 10 wl Annexin V I
5 wl PLfigtRic, BHIR S G, R F 15 min,
PBS #:2 i f&, i 400 pl Binding buffer 7% 40, IR
A1, RSB AR K PCO/GR R AR T %, S0
ZOEE 3R,
1.6 Western blot ;%47 EGFR S #@EHEXE
BRE B EAEKBIM PCO/CR 4, # 5 T
100 mm® AYBEFEI A5 LR /4R 40 1. WL IS
) PCO/GR 4}, PBS PEURHINE 3 1k, AR R
WAMER, R BCA e E A Bk E. | S0
pe/fLEE RS LA, T 10% SDS-PDGE Bk 51#,
HIKEBE L E PDVF B, 4 5% BIs ik %=
BEMA% 1 ~2 h 5, MA—PL(1 = 1 000) F B-actin
Pilk,4 Cid7K., TBST YRR 3 WIS, lMA 1 : 5000
PRI Zh, FRR N 1 h | TBST KRR 3 1K, B
K10 min 5, A ECL, % PR €. LRE
PEE 3R,
1.7 Seitse4b KA SPSS 16. 0 BAF#470 81,
THE B x £ RoR. ZH BB L BRI
HEHZaH. F#LRELE3 K,

2 #HR

2.1 FHIE#ext PCI/GR 40 B 18 5E 0 H) 45 A

wAREF et PCO/GR 20 T i 8 6 A 00 1/ L, AR 98
MTT 53R, HE AN - 2975 B B AR AR
i, HIERRAEAT PCI/CR 72 h J5 1Y IC, (HRZ
(5.44 £0.91) pumol/L, 5 Xf B4 LA, £ R A Gt
B (F =270,P <0.01), LLJG S8 4 4R 48
[Cs fHL7 o0 HRER (U ML FNIE SR, A 259
FHLIC, 25 B2 .2 1 1C, A i kb 45 25
.4 5 1C, 25 I8 & ) ik ok vh 45 25 40, B X BB
#1.5.10 20 wmol/L 4, WHE 1,
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XF HRLH HE#E,5 wmol/L il 10 wmol/L 21 w] L4 €0, 2%
(R BIMT- i) ¥ 2, i 20 pwmol/L 41, 414
M AT BLAT (s S (R AR T A A ) | TRl B 44
ML SEH b A B B AR, WL 2,
2.3 HEAAMBEARED PCI/GR AfapEA T ETL
FER M 45 B B 7, PCO/GR o, Xt BR4L .5 wmol/L
24 .10 pmol/L 24 .20 wmol/L ZH IR T- #4357 (2. 24
+1.71)% . (5.39 + 1.18)% . (7.44 £2.03)% .
(22.4+1.46)% , SXTERHALLE, ZER A RIT¥FE
X(F=90.90,P<0.05), SLILEF H R 20 wmol/L
2R PR TR 5 T At A, PRI, I R 0 A Ak e 2R
Zynl ReR R A MR R T DL 3,
2.4 Western blot %% EGFR =S8 HEXE
BRIRIE 7R 25408k PCI/CR 4N, 5 44 ]
ZH Eb 42,20 pmol/L 21355 wmol/L F 10 umol/L 41,
p-EGFR .p-AKT p-ERK F /K EB & TR, 27 H
Gt X (F =579.30 .52. 04 . 104.50,P <0.05) ,
£ 4bFREH 41 M, EGFR ,AKT  ERK [ %36 K F %
BHGE i EE L(F =0.230.3.377.3.648 ), Il
% 4,
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2 Annexin V-FITC %X MEBAEH B
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Caspase MW BCL-2 RIE S IEFAMM T, Fat
ERK {55 0805 il xf R W i RS SR T
PG IR F 10 NF-xB 55 P48 36 R 28 0k, 18 1 40 g 3
', # A BT PIBK-AKT \MEK-ERK {5 %
18 B A fiE ST IR 24

A5 8 7 15 6 9% I 24 40 Bl Bk PC9/GR 20
pmol/L 20t p-EGFR . p-AKT .p-ERK % [ % i 7K 3F
BS pmol/L 4L A 10 wmol/L ZHBA B F i, W
B AYRA M AR AT R — I H E R S
EGFR RN s 45 &, 85 im*f ATP & EGFR
55 AL E RN EIYE BT EGFR {5 538 % , M 1t 10 i
HF 0% {2 5 i@ B PI3K-AKT . RAS-RAF-MEK-ERK
%, 1S pmol/L £HAI 10 pmol/L AR AL, Ak
sl T TR 259 BEAS 2 LU EGFR {5 5@ 8%
WI5E S HAMELN I T AL S M E FR i
ARAG UGS TR Ak iE, =770 & bk b X 45 2 20 W
SRR RE T ER

AL R BREER R oh 42T
PATE R EGFR-TKIs 4k & YL 25 , AL i A7 f 5 FH
EGFR {55 38 4 %, T #t — 25 F ¥ PI3K-AKT,
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MR IEFF NSCLC & RS0 k4% . (Hh FAL
B0 ARSI FY , R G R 0 P LA R0 Bt L o P B
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High-dose pulsatile epidermal growth factor
receptors tryosine kinase inhibitor overcome the acquired
resistance in non-small-cell lung cancer in vitro

Wan Yitao', Yuan Yuan®, Pan Yueyin', et al
(' Dept of Cadres Ward, The Third Affiliated Hospital of Anhui Medical University, Hefei 230061 ;
Central Laboratory of Binhu Hospital, Hefei 230061 ;
*Dept of Oncology, The First Affiliated Hospital of Anhui Medical University, Hefei 230022)

Abstract Objective To study the antitumor activity of high-dose pulsatile gefitinib administration on non-small
cell lung cancer PC9/GR cell and its potential mechanisms. Methods The proliferation inhibitory effect of different
concentrations of gefitinib on PC9/GR cells was measured with MTT assay and the value of IC,, was calculated. Ac-
cording to ICy, value, we divided the experiment into the routine gefitinib administration group and gefitinib high
dose pulsatile administration group on PC9/GR cell. The cell apoptosis morphological change was detected by the
fluorescent microscope. The flow cytometry was used 1o analyze the alteration of cell apoptosis rate. ERFR signal
related protein such as p-EGFR, EGFR, p-AKT, AKT, p-ERK and ERK were measured using Western blot. Re-
sults Compared with the control group, the apoptosis rates were markedly increased when treated with high dose
pulsatile gefitinih( P <0.01). Western blot results showed that, compared with the control group, gefitinib clearly
decreased the expressions of p-EGFR, p-AKT, p-ERK when treated with high dose pulsatile gefitinib( P <0.05).
Conclusion High-dose pulsatile gefitinib can significantly inhibit the cell proliferation and induce cell apoptosis.
The mechanism of antitumor effect may be due to the mutual interference with the EGFR signaling pathway.

Key words non-small cell lung; drug therapy; gefitinib



