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(# E]8 6 . BT T RS B IR PEE FAH AT 5 S A (Tumor Necrosis Factor-related poptosis~inducing ligand,
TRAILMASME S BB AR T MPE R AT RENLE . 5 o SR A MIT SR IS RIHEJ (1.,5..10.20.40  g/ml) , RFIBS ] (12,24,
36.48h) T BT EZBHTUEE MR RN & FR ORI 2 7 A2 B (T 35457 B ) & TRAIL(200ng/ml ) 81
FEAERJE SGC7901 M2 . RT-PCR &#M DR4,DRS 7EMZIRATIG M5, 4R W HRACH) WHEHF BT &1
BZ(P ) TRAIL(T ) B —EBRE (T+P)VEH 24h J5 B R AN AR T35 510 2.09% .10.65% 7.79% F 24.51% , T+P HFH 1=
RHBIE, 5 CH.TH . PARMLKEN, ZRBFHH¥E L (P<0.05), ZTIELBAEY DRS Rk, & . BHER
B2 TRAIL B HHEIGL B 1ER , LS I 5 DRS £ixW LAF X,
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Experimental study on treatment of human gastric cancer cell line

SGC7901 with combination of TRAIL and paclitaxe
SU Yan—xin,et ol
(Department of Gastroemerology,the First Affiliated Hospital,Chongqing Medical University)
[ Abstract] Objective:To investigate the effect and potential mechanism of combined paclitaxe and tumor necrosis factor—related
poptosis—inducing ligand(TRAIL) on apoptosis of human gastric cancer cell in vitro. Methods:SGC7901 cells were cultured with
paclitaxe at different concentrations(1,5,10,20,40 i g/ml) and different time(12,24,36,48h)Methyl thiazolyl tetrazolium (MTT) assay
was used to measure the anticancer activity of paclitaxe. The ability of TRAIL alone.paclitaxe alone and TRAIL in combination
with paclitaxe to induce apoptosis was measured by a flow cytometer.Expression of DR4,DRS mRNA was examined by
RT-PCR. Resuits:The apoptosis rate of control group(C group), paclitaxe group (P group ), TRAIL group (T group) and
combination group(T+P)in 24h were 2.09%,10.65% ,7.79% and 24.51% respectively. T+P group was significantly higher
than that in C group,T group and P group(P<0.05).Before exposure to paclitaxe, expression of DR5S mRNA was low and
an increased expression of DRS was found in SGC7901 cells after treatment with Paclitaxe. Conclusion:Paclitaxe can enhance
the effect of TRAIL in anticancer therapy and its mechanisms might be involved in the up-regulation of DRS gene.
[Key words ] Paclitaxe; TRAIL;Gastric cancer
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1.1 KM

1.1.1 #E ABBM SGC7901 HEKER KFRH
AR R .

112 RBEF ST SHEEZEEHIF WA LERF
&2 ; ABHATEM TRATL( PeproTech )W B @354 4 TH2
A PR RPMIL640 3535 20 B £ B Gibeo A ) ; Fr A 41
HWEAIM AR ; O A (MTTE A %
Sigma 2y A} ZHIELAE B % E Sigma 2], Annexin V-FITC
RN E N REEAEY TRARAFS; AR RS
HFEEH Bio-Tek Elx800; JixL4IMI{Y & 3 EH FACS Calibur
BD; RT-PCR X7 & X H 4 TaKaRa A& & .

1.2 REH*

12,1 HfRES  BIEANME SGCT901 H5 T8 109% /M FifL
¥ 100U/ml 55 EH 100U/ml 4555 2 89 RPMI1640 3% 35K
W BESR AR 37°C 5%CO, SRR R 2 ~3d A 025%
JRESHALAEAR 1 K.

122 MTT %KM EE NIRRT B S/ EE
BERY IC,,  BUW BrAE KWIE SGC7901 4L, iFI%E 40 ML ik 7
5 x 10 ~/ml, 3R T 96 FLAR, BEFL 100w 1(£4 5 000 ~4HHE),
FH37C 5% CO, Pe800 8 i % FR MBI BE S, 2 I A&
W 0.1.5.10.20.40 p g/ml (T8 2B (R B LR
H200ul), DL EEAKE 6 MR, BTSRRI
12.24 .36 .48h. B2 1F AT 4h, BFLALA MTT #& 20 . 1(Smg/
ml), 4kEEHESE 4h J5 RBREFLIEW, A DMSO150 p 1/ FL, 4R
% 10min J5 FH H s B PR TE 570nm K AP E FILE A
B B EEERENTEhETE , A f R 5775
R BB VB —FPIEA SR Y=bX+a. FIFHIZH
FE3R HY 1C (B 30 10984 59y ik 18 )V E M B MR
&, T P45,

1.2.3  Annexin V-FITC A0 £ T 5428 J2 TRATL #gh &
BX Y BL AR SGC7901 MM TR IR KM A
SGC7901 Bim4NM 4 M, S ARANMIE H >10° 4. £HFEM,
PBS MiRJA 4 B IE R S (C ), § H L EHE(P
2H) TRAIL(T ) R E A MG SRR (T+P), BT %
FBEVE B R MTT 45 £ K138 IC,, TRAIL W ERHE S % 3
BRWIE R 200ng/ml, B & 2R B[R] Db S ZE IR . 155 24h
Jo W AR RS SRR 0.25% FERE TH AL A BT, £k b, B

DEE S B, PBS Bk /R IR AR, fl & PBS BRI
JERE TR

1.2.4 RT-PCR 54l BRE41M DR4 . DRS fFRiL  BGT
BAKBA SGCT901 B A0 MT 4 HH, 75 40 B 1 BE 35 5
80% i, 18 22 FIE FR VR, 7o Bl nFT BEHI (C 4H) . & 200ng/ml
TRAIL(T#H) . & Spgml EHEEE(PH)I) KR - ERE
(T+P)BIEFEIR, 5 9% 24h IR ARM . HRMEE. RNA $REU%
H¥ RNAroseReagent 5. RNA P iR 5 45 347 . DR4,
DR5 X H-GDPDH 5 |4%3 | B K FHEA GRS L7
FITLER 1 7R, & 18 5 B B8 43 51 24 430bp .500bp . 149bp.
RT-PCR R R =4k . W5 R RN BUR RNA 4pl,
20pmol/p1 Oligo (dT)}1 w1,70°C & M 10min J7 vk b ¥ 47
10min, 85 7K EARIKINAE . ANTP B4 49 (JATP . dUTP . dCTP,
dGTP % 10mmolN)4 w1.10 x RT buffer 2 .1 . RNA 01 5]
(50U0/w )OS w1.RTO07 AMV 457 (10U/ n 1)0.5 w1 . RNase
free water 8 w1, S 7 R AR FL 20 w1,42°C 2 i 60min, 99 °C
M Smin, fT1% ¢DNA 1E PCR, PCR {K % 4:cDNA4 n 1,10 x
PCR buffer 5u1.dNTP B &%) (dATP.dUTP.dCTP.dGTP &
10mmol)2 w1, BB EF | LIF5 19, TH 5 RER N
20pmol/ . 135 15 w1 . H-GDPDH 3|4 ( L #5514, F#F514
W E A N 20pmol/ 1) 3£ H 1.5w]1,.Taq B (SU/n1)0.5 1,
ddH,0 355w ], 82 W& 50n1. DR4 % H-GDPDH #&3F
ZA: D94C 2min; @94C 30s,59°C30s,72°C 1min, 36
AMEFR;B72°C 10min, DRS & H-GDPDH &R 444 .[D 94°C
2min; @94°C 30s,55°C30s,72°C 1min, 36 P& ; @72C
10min, P& 1001/ 2] 6 x loading buffer £ 2% Biflg
FEEERCHLK , SR AMT TSR, i BR/NS Marker LT IAST
MY . BUR AR AR RO BT R B T,
DR4 .DRS5 Z{AMXT RABEAU T AKXFTIHE: HWE
E A 1R iR = ( B M3 K B E — 25 (I XK B {8 Y
(H-GDPDH JREE{H — 55 (1 X UK EAH ) , 25 IR B (L ER B ALER
10 HIA.,

125 Suit a4 BRI « HER (x £ )38, A
Aot ¢ BB F R RHT o4

2 # B

x1 HEEIMFT

1985 5l YK E
DR4 et/ 51k 5'-CCCACTGAGACTCTGATGCTGTTC-3’

TS 19 5’ -TTCTGACCTCAAGTGATCCACCC-3’ 430bp
DRS Nt E1E] 5’ -ACGATGCTGATAAAGTGGGTCAA-3’

IR &L 5’-TCAAAGTACGCACAAACGGAATG-3’ 500bp
H-GDPDH Batiitlk] 5’ -TGGACCTGACCTGCCGTCTA-3’

TS 1) 5’ -GCAGTGGGTGTCGCTGTTGA-3’ 149bp
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2.1 BBEEMEBORBEERLIC, P, WRIEEZEEIER 24h J5 R R R HKE R
KA MTT S 202N bURESE, SR BREKEEFERN Y=-1.823 5+1.128 3X, L4 41/

NF2, TRBEEREMERELNEHERESEE  WHEN 1028 2 EEEREAN Spug/ml,

FZBEXT SGCT7901 B 4 AL B9 4 il 3 K, BP B 75 %% B IC,, M 5 g/ml,

AZREXT B 9 40 A B4 30 i 46 A 2 BUE ] - ) B4R 2.2 Annexin V 34 Pl RAKAM § 5% m0A T

R2 MITHERAUSERE AR ESEELENEBERAHE(c )

ARk i #2(%)
(1 g/ml) 12h 24h 36h 48h
1 3.83+0.34 5.40+021 5.89 + 0.87 7.96 + 0.64 F=39.18
5 5.69 + 0.68 7.95 + 0.96 9.91+0.38 1510+ 1.20 P<0.01
10 10.02+ 0.74 14.55 £ 1.10 26.78 + 0.88 35.80 + 1.63
20 2428 +1.11 33.02 +1.36 50.42 + 1.47 63.95+2.10 F=8.92
40 42.77 £ 1.58 60.91 + 2.41 71.14 £ 2.89 86.22 +3.36 P<0.01

AR F AP AE RS 4L 8] LU 7 225347 (F R 45 R, F U F R0 P AE PR BE4H 2 18] LB MY 7 22 400 (F R S5 57

F3 RAMELKETE 24h REAISSERAR SGC7901 HATE

A B (% )
4 3
LL UL UR LR UR+LR
CH 97.89 0.03 1.03 1.06 2.09
TH 92.05 0.16 4.40 3.39 7.79
P4 89.19 0.16 7.25 3.40 10.65
T+P 4 74.40 1.09 1527 9.24 2451*

HE:5Cc4H. THKPAME, P<0.05,

¥4 MEHEE MM DR4 mRNA RixKFHILLE

@5 AR DR4/ %
=H Wz DR4
cHl 447 6857 2059 0.2514
TH 503 5092 1716 0.264 3
P4 581 6041 1688 0.2027
T+P 4 526 4423 1371 0.216 8

o BB AE L, P>0.05,

%5 MEHAEBE MR DRS mRNA RixKkFERLLE

5 KW DRS/ fa %
=] 22 DR5
(of: | 818 5889 2102 0.2532
TH 674 5970 2202 0.288 5
P4 594 7420 4028 0.503 2*
T+P 4 735 4909 3596 0.686 2*

I S R4, "P<0.05,
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LBEKEE BB BB TIRE , [R5 X i 47 34
FIR M. [REHZOR YT XTI A5/, A Rl F 12
T R A TR 524, T A A ATLARGE S e (19 R IR AL
AHICHENN 58 R OR HILAR SC P Bt 401 4 L O I AL 25 4 <%
AHR I R AE , 32 m e RO ) 3 5 R 448 ICU B
B[], PEAR EE ST 2% FH o 6 DR S5 . 1 3% % TPAPG ~
10¢mH,0,EPAP 4 ~ 6emH,0, & i 12 ~ 18 ¥K /min
R AFIRALSHOT R . IKRBRIE ST S
., UL Fi0,<0.5, ff Pa0,=60mmHg i+ ) EPAP &
WA BEE R TR AP e e 4ol CPAP 5450, B
R AL,

A g R B AR e EAE RS R4 AL B
W, IR AT NIPPV 597, B E MR R, 5
Pa0,/Fi0,, 1# /> H 5] ARDS #4k ., R R &,
1K97.8%(44/45) A 1 Bl FInE AR IER 5,
WK R K ARDS, ATA B A .

AALEREZHTRARE, A RRER, W
B ALl RAEMSTEARE, RS, B Frfhm AL &
PUACRBLEC AT, e RO Z6 B G i T SCRR R 28 A
fti ALTJaf5l, K R o0 EAEIr hE X

S O S S S U S S S

FreRbRBIEA AR R R GEK R ZE
Jo ML E AR, o B IR B K 4L B I g
AR R ALL X ISR AR HAAE ICU J#47 NIP-
PVEAMRMAIT FB . ABiEEmAm 2, g
HERUETAL, BT ARDS #E 8 , PR Z = H5E TR,
— H RS HE R ARDS, K I #4748 AU AL AE
S, TERQR TR AR 8% Mol i <44 AE AR
LAk, R FR VA A B EE L, B RS E R
SHOTEEREIRIT I R RN L
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