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[HBE] 558/ £4AKFEFZ1 (epidermal growth factor receptor, EGFR ) s Z R P EMHil 57 ( tyrosine
kinase inhibitors, TKIs ) #§FH T35 2k EPEM A /N il ( non-small cell lung cancer, NSCLC ) , SR W%
EGFR-TKIs{Y 7 A LML 835, KBS E 104 H A AT BRI 25 0 4R 2 B A FRT790M ) S8 A8 I 7 A A5
PETR 250 2R, 2 5 RAFE 25 0050% , ATFIE B AEAR SR 22 V0 b R0 AR 2 ) B Bl i 4 U H 197 53
FEAI T IVER] . 3% MTTVAR I AN ML 3G 8 . S50k KT AR G465 ( combination index, C1) (3P4 2 Pt il
FERT AR P BRI RN o XA B ARSI A B T FIR A 434, Hoechest 33258 YL ikl M T A8 . b
Lt R GG Caspases 16 P . 45 5R SRR IR LA S48 B0k iR Z2 P9 38 75U R e B B P STE A
BN T AR, 1"7][ITQIHEE BIURT . 0L 20 A0 SE 00 25 B R 5 AR JE T 5T 22V A FR 4 - BT A i
TEG/GIAH LR, ZTUMbFERF 0135 AR e 20 FEHC AN HITEG,/ M) . TEMIBEH1975 BT Fe SR R 2 47 3=
LW 11 fb Caspase-8/ Caspase- 3 5 TG AN AN T3l BE . 2518 SEH VUM m AT A e vay =T fe JE T i
245 T790MAR AL A — B ife -
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[ Abstract ] Background and objective Epidermal growth factor receptor (EGFR) tyrosine kinase inhibitors
(TKIs) such as gefitinib and erlotinib show promising therapeutic effects in patients with advanced non-small cell lung cancer
(NSCLC). However, despite an initial response to EGFR-TKIs treatment among responsive patients, most inevitably acquire
resistance after a progression-free period of about 10 months. The percentage of T790M in TKI acquired-resistant patients in
most studies is around 50%. The aim of this study is to assess the effects of the sequential administration of docetaxel and ge-
fitinib on cell proliferation and apoptosis of lung adenocarcinoma cell H197S. Methods An MTT assay was used to measure
cell proliferation. The potency of the sequential administration of docetaxel and gefitinib were determined by isobolograms
and combination index (CI). Cell apoptosis and cycle distribution were determined by flow cytometry. The Hoechst 33258
method was used to observe the apoptotic morphology. Chemical colorimetric luminescence was used to measure the caspase
activity. Results The isobolograms and CI showed that the sequential administration of docetaxel following gefitinib remark-
ably inhibits cell proliferation and cell apoptosis compared with other sequential administration models. The cycle distribution
results indicate that sequential docetaxel administration following gefitinib blocked the cells in the G,/M phase but not in the
G,/ G,. The activation of the Caspase-8/Caspase-3 cascade is mainly involved in the apoptotic pathway of lung adenocarcinoma
cell H1975 in all sequential administration models. Conclusion The docetaxel administration following gefitinib might be a
new stratagy for lung cancer with T790M mutation after having EGFR-TKIs resistance.
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it 244 e HE RN T A i ey R M R 22—
WA SR i PR AN BRRAE 7T 43 Ay /N0 A A )
AHEAi%EE ( non-small cell lung cancer, NSCLC ) , M
NSCLC £180.4%., H T K il £ W2 W e BRI 2 g
T, FBOEEISEAAERAEATT 109,

UEAERBAZE S T A A% e i T 25 BB 09T 5 R YT
ROBFHHY, IR AERK T2 (epidermal growth
factor receptor, EGFR ) A4 55 i 53— §0 0] 3627 LA IEEG
JPIFFE RGN . HARR S FE IS e & B 1 RGP AT
U6 ZIN Gy T A R IR 77 ( tyrosine kinase inhibitors,
TKIs ) , 72NN FIATP 55 4 i 22 R It 5 B 7Y 25 5 2
A5, BELAE PR SRRV AR AL A B BEIR AL T ] T A5 5 1
S, AT, BT R T R Y
NSCLC. #K il IR 5256 Flil AW 52 b & BLEGFR-TKIs I
ASE T AT A, 200445 TLIFUH 22 A (7] B0 fff 77
R IL A EGER 90% LA | 5728 F il {9 19 FI2 150 S 1 58 4%
AT EGFR-TKIs Y EURE I o D35 5878 AR A Il R AR ALE
FERINWAE . AERIE R LM B . 20094E 315K Al
FTEAE I T I PRS2 — P UESE T Rakshie, Xt
Tot, 20104ENCCN (R ) 45 R 2R 500 2 e
NSCLCH# 7E#i FHEGFR-TKIsH %2 £4 T EGFRZEZE A5
HIREGFR-TKIs{EA A7 P35 28 19 108 B b g/ th Bt
FR SN 8, HARASPE I 24 K0 ATk S st 2 Bl T 22, —
et BRAE R )36 7 104 UYL JARE i 245 14 7T RERIL )
HR%, FEALFFEGER 20502 TT790M% A" JIF4H
M Az KN 7524 ( mesenchymal-epithelial transition factor,
Met ) 565 4 AR K 91 ( hepatocyte growth factor,
HGF) 15" BGERIZ I (5 5l e % 3 A K [N
+ (insulin-like growth factor, IGF ) SZAA E’\]‘]y’?j‘(‘?ﬁm]; i3
E5 0T g ( phosphatase and tensin homolog,
PTEN ) (s L B SRl R B b B ] Ffk ( epithelial-
to-mesenchymal transition, EMT ) 0718] - H T790M 28 748
2905 LA B HEIRS0% L E, A RO . K
RN 25 DIk, et 25 i it st — BRA fE 1kt . AR
P TRIsIG ST J I 73T P BT 32 A7 B2 15] T790MIfif 24
GEARTF R — AR AT ) TR | e c-metd) 5411 ]
. HEPUIGE1-RAY B g R TA LUK BT X EMTR 25 8211
PR, SBAFEAF R AR . B R IR K
ZRTFIN IO HGRIe R, BLEE I AR 55 T8
HIRTE R, KB b, T EOR B2 TG
7 RIS AT 1697 B A SR ENGST B RS, WA
CA WAYT 25 Rl R BTRIR TR, BRI DG

TlfF 5 & A BRI AL 7 I 1) AT ASE UAENSCLC EGFR
73 W A Y ORI A0 ok v 8 S A B R RO
CL A I PR B AR MR A TKISTR YT B B L B3Ry 7 R i e B xet
TKIs[ R, A BhIG R 25967 F B, AW
SR 2, TR E RIS AL T L T
BA SR MR . ARITJE 7 5 SRR )R YT LA s 5 Ah—
FITRIsSERIE . AR KR/ NI 22 80R 7 0 B4k, TIE
RGBS, (AW AR, (A,

BT EREE, BAVRIALE 5 IRA PR 25 b5 B
AIT790MZEAE NHEH , A S by 5 88 1) 25 Wk 65 1o FH 14
WFFEATIRANRAR 2211, AN SCHE R ARSI IRAR RS 258
Z VTR AL e A5 T790M 2 AF (NS CLC AR A5
i 25 AR H197S EA BRI 258X, — mit—4 5
LM TT IFGE 55— 7 T T790M AR A PE T 24 4 = 2216
JT PR — BB A A A AR R SRR

1 MR 575%

L1 MRE AR A0 H 19750 [ Rk AN A= 4)
R, MASLEERFI . MTT, DMSO, FHAEE W
H Sigma/A ], Z PG AMAE i EI SR A AE 2T FR s w4l
HARE e 5 2P FE % TDMSOH, 4352140 mmol/L
512 mmol/Lid il 434 5 T-20 °CLRAF, SLERI A 58 4
FRFRHEAR R BAR DN 0 TAEWREE , HARIE TAE ' DMSO
WEEAN R T70.1%, 55 325 I S VRIS L STR . PR 124
Jia e i) S RS L R B ARG FRZA A, Annexinv-
PE/7-AADA A I T KA £ A BD/A w], DNAT &
( I ) A B0 B p e BILERAE R R
F], Caspase-3, Caspase-8., Caspase-9iF A5 &)
F R&D Systems. JzCAHMI{ABDA 77, BEHK S g%
KA Ay Biocell 201023 H] 7™ fit
1.2 7k
121 ZHESE i A B H 197 S35 5% T 7 109% i 4 I
HMEER SRR (ZYREH100 U/mL) FJRPMI-1640
(GibcoAH] ) HEFRWK, HHLE T37 °C. S%CO K Fi4H
o, AR EIRE ARG, SRR EU AR ROIRES R AT X AL
AR, TR EERE AR, W
1.2.2 MTTHERGI 25 M0 H1975 A4 KA B0 m @Al
FEMTIAI 25 P10 B2 AR S 70 nm I 40.8-1.2
BF, AR5 28 VAL R X RO, TOE RS
SR S SMTTACH A 4 B A5t FE AR DG, TR
Jo A R AR AN TR], R T R H197 SRl Al 5L
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1.2.2.1 FRZGMTITELES SCR0RT— KM FHAE RS REFH
XPECAAR IR, e L4558 B R R B 2
AN, H100 wLF|96fLH, 37 °C, 5%CO, 177
PR LA, FEARE NGRS, WIS,
200 pL5¢ 4 55 57 FEIC B 451 5 R R 2500 AS [l B 1 245
W, HREZRADNE AL, WEASAAMIIRA, =0
MR IR, WA Z Y. H5 %72 hE AL
PBSTit B[S mg/mL MTTA 20 uL, ZKZL07E 4 h-6 hj5 /)N
O FE 3, fALIN150 uL DMSO, &K 42K F AL
P10 min, (HZE P70 A# , 570 nmifl KA i 25-FL
LS ot s 1 = | 2 SO 1 S U S ] BB
TS g H A 23R, SRAGF IR, ANMAES
4 ) X100%,
1.2.2.2 A[RIBFP 45 25 )7 S8 W B E A 52 00 10 )y 2847
Hanr . OZPhFE/EM24 h, PBSYEMLE, HAER)E
YkZF 548 h (DG ) 5 QZ VIR G H AR e ERI48
h, PBSYEIKLMG, AW M58 21 I LAk 2L 524 h
(D+G) ; QAR E/EM48 h, PBSYEMK L, 2 Pufth
FEURLEF 5124 h (GD) o AFIEF IR T ML 425k
FERR S FR PAZEMTTIIC, (B A HL R T e, PRZGTEDS
FhOT 5T 2L LR 5351 45 F BLZHIC, 01 . 0.25
ff. 0.5F% . 1%, 208, M. MITJrikIn] Bk gy siss,
1.2.3 PRI HIA800 9 PE Ak
1.2.3.1 Isobolograms=53{ & Fl ¥ 38 13 Steel flPeckham ™’
Hisobolograms K TEATIC,, (1] 80% 21 iy A= K 1) 24 1 v
FE ) AKCE AER e M2 P A SEAEH197 SA bk - i it 4%
KFR (K1) o IsobologramsidiJg | g B-A F 2540 K A=
PR AR FEBUER AR EGE T i, Gl T EEEL
AN B DL R Z2 Fhdic i D BE-5 VR T 9 s ot Ze b9
Isobolograms AN &AL SERT OB FE A S PEAN AR P
SRR AR BTRIIRR B — A~ X3k, DA R
E I E AR R S OPrg i o B S A S L e S 3 e i
B B XSO AR T, Y Pad 78 1 X S i 2 i B
MIEAEPRIAVE s 24P I 7E B 5% DX Sl st D0 47 7 A I
JH; P, PAFELEM XA IO, WIAFTE S AR INE FH Ek
FEPUEM. WEfR R, TERZEUFH T, P4
I [F) B 5 E — ARSI ] b Py DX 3 Py 4 0 sl X3 P i X
WA o DEAE DT AR 4 A E VR AE Al —A X
N, W WilcoxonfF S G S A 74811, LA P ] |
AHINECH R

FHAERLARAR AT (5228 ) FNID (BZR ) FRI R X8
AEIIE X8, BEAY 2R ph o5 AR R 22 78 At B 1 et Aty
LM TEH197SAR MR Y SE R, B AR R FN AL
BB EE 153 5K 2e F B8 096 41 g A= < H il () 75 AERE Je u
ZVUMFERRSE . BT 4524 siPa. Pb, Pcll K Pd43jil
FORPRE L AN, sgAE ek BUE
1.2.3.2 BEOFEBU4M 0T DAMTT 0075 31 25 A8 [/ 25 ) )
AR 2 S AT LAAS 20 A0 A i ) - on ih 2k, R
CalcuSynﬁ:}'ﬂ‘ﬁfpﬁ{ﬁFﬁ‘ﬁﬂ%%TE‘ﬁ ( combination index,
Cl) . BAREm AN CI=(D)1/(Dx)1+(D)2/(Dx)2,
Hrp (D)1, (D)253 5 Ek G 25 I 254 A iR EE, Dx
SR ¥ FH 24 36 fa it B 244170 1] 238 40 38 ) fa BT T 2 A 25 Wk
[, Dx=Dm[fa/(1-fa)]1/m, faF/R—E WIS
FAZGE RN R 2 38 2 B A B2 ) 70) e S i) %
A3 RDmE FIm(E, H4& RS IREOHA A4S
FIHEFPIRAS G T ZMRN, CI<13R7R I 58 H AT HhIA]
A
1.2.4 40 I AnnexinV/7-AAD ALY (27546 I A [7] 45
255 % TH197SAN M T AF B0 Sy — K F IR ROk
A RAFRR R I AIR,  ERE LT B 58 3 57 2k
Fi B 5] 1x10°4~/mL, HLS00 uLF|25 eI IR, fnse 4
BFEHEZES mL, 37°C, S%COEFFETE K, Frdl
MLSE R MRE RS, WS IR IE AR, IAS mLSE 43 7 AL
BEUFR S AR 2R EE 20 . BIAE TS, AN
EDTARRBEHH AL ISR, PBSYTEIR2UK, THEUAE 5%
105/|\-1X106/|\ZH3H@, finA 500 uL-1,000 yLEI’\JBinding Buffer
T 2 A R A v BE 3 1 10°4™ /mL, MDA b 41 i
T 100 pLEE RS FS mLin = EARAE T, A3 BIHIAS uL
7-AADFIPE-Annexin VYL, &5 1RGN 2015 min,
5 104 32 3 A4 1 in A 300 uL-400 uL Binding Buffer,
LhN EHLRSIN, 0k I K Ex=488 nm, & 1% 1KEm=578
nm, PE-Annexin VAU FIFL2GEE I, 7-AADHEL
FHEL3EE AN o IR 52 56 34 75 76 1 3 4 MO 28 i v 34
Y. OAINYeRiH ; @7-AADEYLAH ; (DPE-Annexin V
gl SLIEE IR, IEHE A Annexin V| 7-AAD
PGy, M4l Annexin VS Y . 7-AADfIRL, FET
YfifflAnnexin V., PI¥yiide, JiJsi B U140 7-AAD E 4
Annexin VIRHY . SZEAr4HUN T . OXTHE (JC287EA )
72l (N) ; QZPMFEHRMIEM72 04 (D) ; @F
R BMmER7208 (G) 3 DZPifhFE/EH24h, PBS
PRI G P Bt AR R48 b4l (DG) 3 OZ T Fes
F AR JE48 h, PBSPRIAKLIKIG T S & 25K 158 2 5557
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HARLEFHE 24 b4l (D+G) ;5 @ AERJE/EA48 h, PBS
PR IR G P St L2 PifhF24 b4l (GD) o BRI TR TS
2553 Bl MTT 2 5256 Y 1C

1.2.5 Hoechst 33258 DNAYL (G JA T 280341 1R |, 0k
RS ANMIF1.5 mL BPAE HY, 4922 5 H I d ik A L T 0
[E7E, 1,000 rpmfIGHELCy, WFFIEE R, PBSTREIRLIK,
¥ A B R BB B, WA, X R
If B Hoechst 33342 TfFW, AN, FiRFFF 10 min
Dby Wsedetail, PBSYEIRIIK, HUuOBIKE il
Fo B Z TR Sk, Bk AEAE IR B 7EOlympusé
e BB 200 5 E T S8 ASFALEF, SEH0 A 3K
1.2.6 i AN MEASCRS A [ 25 245 5 58 T H197 S 40 i & 19 4
ATEOL LB AR 25500 R R TS, SRR R ]
J&, B RS- EDTATH AL T A IS AR 4 M, PBSYE M4
B, B IR B2l 1x10°4 /mL, 709K £ e i
E, 4°CIRME, R FiPBSPEZEEEW , HN100 uL RNaseA
37 °C/K¥#530 min, FEEYGHNA400 uL PLYLHRIRS), 4 °CihE
30 min,  EHUGIN, CSR BRI 488 nmAb 2T A5,
6 0 240 . JET IR A

1.2.7 Caspase G PERGIN 5256 43 2H F1 25 2 551 5[] 0 1=
Sy, A 2X10°-6x 10N 2, PBSBEIR2UK, SO
uL-150 uLyK¥& fLysis Buffer (25 uL/1x10°40ff ) , ¥k |
JEE 10 min, B5.0310,000 g, 3 min, ¥ FIEHR ZEHIOEP
B, Wi B (Sul) , Braford ke Horb i) 8 vk
JE; WSO L5100 pg-200 gk (1547 i s ANRFIA
JE50 uLF{Lysis Bufferfh & 2 SUAFASO uL, MIASO uLir)2x
Reaction Buffer ({1 : {# AH{4ESO uL 2xReaction Buffer/jll
A0.5 uL DIT, Reaction BufferZ——Xfj ) ; ARIZIE H
B fIMAS pL Caspase-3 ( DEVD-AFC ) | Caspase-8 ( IETD-
AFC ) m# Caspase-9 (LEHD-AFC) , J4F37 "ChELIF
H2 ho FEFRIO=40S nmill & DG, I 0D g,
1/ OD gy g PV BOR A 78 T T 175 5 59 2 Caspase i 16 {L 72
B [RBE 25 14 (S0 pL Lysis Buffer+50 uL 2xReaction
Buffer+5 yLFﬁ% ) AN AEIRYIHYESH (50 HL/E?EE
Lysis Buffer+50 pL 2xReaction Buffer )

1.3 SEiteahb s SR HHSPSS 13. 08 f T4 it 400, &
2H 18] 22 57 93T R FH One-way ANOVAKG S, LAP<0.05H 2% 5
BAGFE L,

2.1 FAZGMTTXHI97SA K A2 5 AR 8 e 22 v fih 3%

YE 72 hXTH197 S 21 B i /E FH FIIC fEL 431 R (10.31+
1.05) umol/L, (3.03£0.13 ) nmol/L, JFf H 52k FEAH I
PRHL7SI AR (K2)
2.2 NI[RIE P25 24 77 R XTH197 S AR I /R T ARl 5 1
BeMZ Vb FE A2y MTTZ5 L, S EIC [ 5UE
FAEEJE 10 pmol/L, ZPU{hFE N3 nmol/L, #HH ik
BT3B T 25 24 77 S RN 24 ) e LU ) it A T MITT A
1REIEE R ILER, KA, B, CorARRZTIMTET 5t
HARRJEH . 2R G H IR R AL G ER e Y
GEAUTE 32

AR SR A EH197S I AFEIE 5, R AR X 1 Y 2
ZVGMFER G AR R IR BE BT L o AR A 3 25 24 A58 v
2 BRI 2R T i — 22 IIC,, BSR4 s 2k A
TN AL Z B E 45 o [RIES AT LAREA 3 UK 5 FH
FEECI T
2.3 ARl PRS2 7 SRR I VE A
2.3.1 GR35 2 v i R Je F 2V ik
FEHL R R R L HIIC,, F 3R I S M R IR (&
4) o[RS AT IFPAR AR G 2G5 5 CI o3 by (R1) .
Kl4hA, B, CorpliRLZTIMTE24 by BT A e 448
h, ZVMFEECA AR e 4148 hd K5 AR e 48 h)p Bt
Z VG FE24 hZ SRR A, 45 B i A AR bR £ 143 5]
FERBFERYT 35 E R e 5 2 PH M 3 2454 HI S Y IC,,
. AP E AR e R e, AR 40 2 70 38 A7) i
15 B S IC o B R T3 STE FEIC o S5 H AR X S 22
M, 24> AL T AR XS e M 20 B, DI 275 1
FET 5 AR e 4 ROR U R A Bl s AR A
FH o BEIFISANIC 5 8500 B Ak TIC S5 R HASIX Sy, H
KA F X IREEA MO E, BiBH Z VIR A5 R e
FEFRIRNAIMVER . CIEIH SANIC SR8 B Ak T1C, 55
RO IA ) Ho g 4 X, FORTFH AR e F S 20
FEF BN MHEPER
2.3.2 WSOV I X3RS ARG R 1Y) S i B i R
WG 2546 0L 2317 93 B>k F CalcuSyn 3 (11586
ZiCHYE, ARG RILER1-£K3, MCIIEESEYE, CI>1
VRHZG YRl s PiE R, Cl=1Ui B 259 iR AR IVE
CI<1Ut B9 a1 R PrFAE A . CHERE/N, PR [E] 800 B
SR ESEBRAZIR T, 3 H A R CI<0.332 % i 51 P )k
W, 0.3<CI<0.7 A EEPREEUY, 0.7<CI<1.0 %5509 W
[N« FRAZEH /R KA/ N T 1, FE7 AR e AR
LR TR MBI 1B = T 1, Ul Z P AT B
AR e FEERBU R U R s b FE RV E T . s R
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WRKETEAEIR T, 7575 AR JE ARG 4 50 s 20
TG, Ui 2 P hFRIA 7 A8 e 2RI AH
IR . R3GIR R KERMEIT I, FoREIES
JEFF B 2 Wb 38 B R BUAREIIER

2.4 Annexin V/7-AAD R (0 A5 75 A1 Je AN 2 7 fih 5%
P RH197S AR T R A oA ikl —20
1 Z VUMb P 7 5 AR e R B S U s R TR, dE
WITeR R 2574, i AR 2s I B DL I 2 P i 3§
AT e (ESA) , ZREMSIEFHML,
10 pmolFAE R JE 124 (7.6940.48) DI FHAEREIF T Z
PifFE (5.37£0.62) 7 Z¥R 51 EH197S H BB 5 i) 4
ML, HAFRIA Z VIR F IR L k2
PEAbBE P BT AR e s A b e s e AR A S R T
(P<0.05) , 1 HEZPfFEHZ (25.54+1.27 ) 5 Z P
FIFBUH AR (27.36+0.72) R Z VTR A
R ITE (14752114 ) EIFEFI T4 R Fb HA
W25 (P<0.0S) . HZPHhFE 2y L P hFE 7 51k
B e iRl R IR RS A G2 B SR, dE
2V B AR e Al AL (FEISB)

2.5 25 Ab T G Hoechest 332584t (o 4k AL %%1§§F{Jﬁt
FIH197541 Ml , Hoechest 33258 YL )5 g /n s YL A T/
R, 5508 . BE . KRB, A
PAT/IMAR S AN/ INAS KL EORDIR , [ — 40Py (20 (oS
FnAh ) TR INRSE R Z AT/ ME (EISC) o
2.6 AN[) 25 2y 2O S AR A BTS2 25 245 RS 00 43
R T 525, SRR 20N 25 SRR LI R 4

Concentration (mol/L)

2 FRKREMSIEER (A) MEAEMmE (B) fEMA72 hxfH1975488 4%
KIS m

Fig 2 Effects of gefitinib (A) and docetaxel (B) on the proliferation of
H1975 cells for 72 h

R SEHESEAT AL, WSS R L EI6A, gt g T L
Fif, HARE 2 F LG M RIAEG,/G, W] (56.59
+3.29) (P<0.05) , MHALZVMIEERE, G,/MI
MMM B3 &2 (42.57#1.22) (P<0.05) , [RIFELETS
BB JE Y B2 VA FE )5 2 Go/ G U AL 5 35 57.4843.63
(P<0.05) , IMiZPfh3E7 5T R e 4G,/ G I 2 ML
136.542.65, G,/MIA4NAE L #1]01]4739.83+1.28 ( P<0.0S )
(KleA) . mtr] W AR e A B S IR e F T2
M FELH F 25T G/ G WIBH , M2 P FE 2y 27
PP T 7 AR JE 2 25 3 G,/ M BH AR

2.7 AN[A%52 )53 Caspase-3, Caspase-8, Caspase-9[1J{f
PRSI 7125 v AT 1 Caspase 4 1% AL R B AT DASE 3o 344
ODys5/ ODpyyy o RS BRI E . Gt AE R A S H e A
FHEL, Z P FET 5L A Je 4 Caspase-3 [ £ 2.1+
0.19 (P<0.05) , ZPfth3E4] Caspase-8f 71 42.59+0.27
( P<0.05) , [fiffifi 4 Caspase- 9 iEPEIN A Fiit2r 2557
(Kl7) .
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Fig 3 Schedule dependence of the interaction between gefitinib and docetaxel in H1975. A: Pretreated with docetaxel 24 h, followed by gefitinib for 48 h;
B: Treated concomitantly with gefitinib and docetaxel for 48 h and incubated in drug-free medium for 24 h; C: Pretreated with gefitinib 48 h, followed by
docetaxel for 24 h. The survival rate are show on ordinate, the concentrations of docetaxel and gefitinib are shown on the abscissa. The concentrations
unitis pumol/L. 0, squares; 2.5, circles; 5, uptriangles; 10, plus; 20, cross; 40, downtriangles. Data are the meanvalues for three independent experiments;
SE was <20%. DG: docetaxel followed by gefitinib; D+G: gefitinib plus docetaxel; GD: gefitinib followed by docetaxel.
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treated with docetaxel 24 h, followed by gefitinib for 48 h; B: Treated
concomitantly with gefitinib and docetaxel for 48 h and incubated in
drug-free medium for 24 h; C: Pretreated with gefitinib 48 h, followed
by docetaxel for 24 h. Data are the mean values for three independent

experiments.
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Fig 5 The effects of docetaxel and gefitinib alone and in the sequential exposure schedules for 72 h on cell apoptosis of H1975. A: N: Without treat-
ment; D: docetaxel alone; G: gefitinib alone. After trypsinized, cells were stained with annexin V/7-AAD and detected by flow cytometry; B: Relative
apoptosis levels to control. *: compare to DG group, P<0.05; *: compare to D group, P<0.05; C: The apoptosis of H1975 in dealing with different meth-

ods after 72 h. Independent experiments are repeated 3 times.
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Fig 6 Cell cycle distribution of H1975 cells exposed to gefitinib and docetaxel in different sequences. A: After trypsinized, cells were stained with Pl

and detected by flow cytometry; B: Relative cell cycle distribution levels to control. *: compare to DG and D groups, P<0.05; *: compare to G and GD

groups, P<0.05. Data are the mean values for three independent experiments.
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