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Dependence of 5-Fluorouracil inducing cell apoptosis of renal cell carcinoma on
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Abstract: Objective To study the roles of Fas/FasL pathway in apoptosis of renal cell carcinoma (RCC)
cells induced by 5-Fluorouracil (5-FU). Methods The effects of drug 5-FU in regulating the expressions of
Fas and Fasl. in RCC cell line 786-0 and the effects of 5-FU, anti-Fas monoclonal antibody, CHI11, and
neutralizing anti-Fasl. monoclonal antibody NOK-2 on the apoptosis and proliferative activity of RCC cell line
786-0 were studied by Western blot, TUNEL, and MTT techniques. Results
products of Fas and Fasl. was found in human RCC cell line 786-0. The expressions of Fas and Fasl. peaked at
48 h after action of 5-FU at the concentration of 70 g/ml on RCC cells. Action of 5-FU on RCC 786-0 caused a

decrease in cell proliferative activity and an increase of apoptotic cells. Action of anti-Fas monoclonal antibody

Expression of the protein

CH11 on 786-0 increased apoptotic cells but decreased the proliferative activity. Combined action of CH11 and
5-FU on 786-0 could significantly inhibit the cell proliferation and induce cell apoptosis. No difference in apop-
totic index and proliferative activity was found after blockage of the interaction between Fasl. and Fas by anti-
FasL. monoclonal antibody NOK-2. Conclusion 5-FU may induce apoptosis of RCC cells, which may not be
dependent on Fas/Fasl. pathway.
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5 375 WY 240 M 200 B Ak 786-0 piy v R I 1 4 i AR ) 5
PRAE5-FUPRMERE (5-FU) 1 H L% 2450k ; BT Fas IgM HgL
(CH11 ) WgF BRI 34 TR BRA ] 5 BB Fas FasL B
TEREBUIAR BT FasL BT RESTR (NOK-2) Il H Pharmingen 23 F] ;
TUNEL J {57 98 T3 70 G0 0 B 55 R 2 20 w5 O B 5 40 e
(MTT) it [ 2% [E Sigma A F o
1.2 @i R ERBHE

TE37°C, MANREE, 5% CO, 400, LI 10% /N 1L (1)
RPMI1640 B35BT A M SE IR AR AR . 2 200 M 22 X6 2502 K 1)
A, AT, 0. 25% J AR g AL S SR B E A i, A
10% /N4 1138 1) RPMI1640 3% 573 BE B R~ 20 M 20, DL AL
1x 10* N3 T 96 FLISFRM P K5 - BE A CO, A o
W
1.3 hypss

MR PRAHE DG L3 A 325 vk B (70 wg/ml) |, 23 A &
AR BERY 5-FU(7.70.700 pg/ml) (8 55 S0, X5 AN
5-FU MG SR, LAtk hy O BPAH A, 43 SR 24 148 .72 h (20 Jifd
il 4L BB 1
1.4 Rl

20 M 3 = AL 29 80% B, 4% W A & 5-FU

(70 pg/ml) Fi Fas 5477 CHI1(0.5 pg/ml) 5-FU(70 pg/ml) +
Bt Fas 24 CHI1 (0.5 pg/ml) \5-FU (70 pg/ml) + 4
FasL 257 NOK-2 (10 pg/ml) ff) RPMI1640 ¥ 350, 3535 48 h,
SIBET Fas/FasL %42 ,5-FU + th HIE$T FasL b7 NOK-2 ZH7E
JA 5-FU Z /46 A NOK-2 10 pg/ml,37 CHEE 1 h, Xt I8
ZH 1L RPMI1640 B2 527 355
1.5 Western blot 4-#71

FIE T R Wi 4E 40 T DL YA PBS WE R 2 Wk, DL R GE vh I
[ 50 mmol/L Tris-Hel(pH 8.0) , 120 mmol/L. NaCl,0. 2 mmol/L
EDTA,1 mmol/LPMSF F1 1% NP0 ] i 45 21 ff S 2 1, Ht150 ug
B MEEST SDS-PAGE Hiyk , it R B V0 B TN R T M
T PR 5 IS 2 4% 28 i R 2T A 25 DB |, 2 S PR L £, 30 5,10% 2,
Bl A A IR = IRAR Y 1 h, BB A BBt A
Fas/FasL 25 1 558 BEPTA (121 000 F 8% ) 19 5 i e i Jt A
4 C TR 2 h, FW AP B IgG(1: 2 000) , 506 f5 474
sk B
1.6 MTT i) 2m fien 38 78 &4

FgfLIN MTT (5 mg/ml)20 ul,37 C,4kZEMEH 4 h, &
IEEESR /ANORFFFLARE SR W W, BFLIA 150 ul DMSO, 4%
¥ 10 min, 145§ R4, b0 BERE 490 nm P K, 7F I
G RERIAN D E LA B [ D (490) ], s 45 5%, L
A B R MG FE 0
1.7 TUNEL % Az A% ] 4m fe 8 =

K TUNEL Y 825 506 TE &5 ALK 786-0 44 148
JHL, A ) o BB KA TR AR S b T AR A ) e B AR
HEATERAE B J5 4T DAB A5, h PRI E H
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2.1 B J&zmpe 786-0 AL T Hah 5-FU 4F B F Fas,
Fasl. & ik 9 4L

Western blot UERJ , fEIE ® 5 0CT , ‘B 40 il 786-0 Fas FasL
BB RHPAYE AL ST, Fas HARIABEIHYKALT FasL
B FER(E 12,8 1), 786-0 475 A [F ¥k 2 5-FU 1
HJE , TR R I AE R, AT LB Y, 5 6 B A H 5-FU X
Fas FasL #8ELA L JAVER 3 VM & 3 AT AR A b, LA 2550
Y 5-FU 70 pg/ml T 48 h XJ B A0 i ik 786-0 Fas FasL [
ERmR(FRL2,E1),

®1 BEMET786-0 EARRERE 5-FU RIHUE AR E

Fas EARIEMNEWL (v +5)
- 5-FU W (png/ml)
7 70 700
xR 11884 =1 116 11884 +1 116 11884 +1 116
24 h 15521 £1 956° 18 637 749" 24 568 2 220"
48 h 19 630 +375" 26608 +2 448> 20734 970"
72 h 23079 £1364" 24221 £1360° 16 412 £693°

a: P<0.05,b: P<0.01, 53R k4%
F2 B 786-0 ZEAREIRE 5-FU Fl#US K E R iE
FasL EERIXMTL (x +5)
5-FU ¥R (pg/ml)

215
7 70 700
X R 13 226 +1 087 13226 =1 087 13226 =1 087
24 h 17 423 £2 2122 21 519 £840* 25 426 £786*
48 h 20 307 =1 282° 28 390 =1 151° 21 576 +694*°
72 h 24 500 892 25 693 +347° 16 412 =1 141°

a: P<0.05, 5 xR arbig

7 70 700 5-FU g/ml
24 48 72 24 48 72 24 48 72 h
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70 wg/ml 5-FU fEF B 40 786-0 48 h, kil 241 5 145 2L Al
AR AE G FE G PE . TUNEL A& v] U175 S 786-0 4 iy 07 7= 45 £ it
T, SR A W22 5 (P <0.01) s MTT K I 41
R FE TG PE B RRAL, 50 A b B3 22 5% (P <0.01),
*3,K23,
2.3 @it Fas 245 B e 786-0 A = dg4m)
FEHIE 786-0 4HAEH Fas i 42 A 5 MR 40 ML 08 1= A7 AE
B4 Fas B RS 1A CHIT 4 T T 786-0 411 ffy 48 h, TUNEL
5 MTT 60 45 540 °F < #shsn) CH11 /R T 786-0 41 ) , 41
MR T H8 BRI, A0 3 5 06 M 3 AR, 5 0 BR A A
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WA M2 R (P <0.01,3% 3), W] Fas/FasL R G 1E
786-0 4l fitl PR AEFERY , DI RE SR SRR, [l S B AR AT 259
5-FU b0 Fas AR CHI 52 258 ST, 1Ly7
254 5-FU 5 CH11 F:F/ER T 786-0 405 , 40 M T 5 50
AN 240 R TR M 3 AR, S A2 Y El R CHILT g
HAH I A W2 (P <0.01,5% 3, K 4),

®3 BEARKETSRERLERERETESEERYE

BEW (2 £s)
205 TR (%) Al TG [ D(490) ]
Xof HE 4 3.25+0.38 0.91 +0.02
5-FU 4 13.0 +1.59° 0.61 +0.03°
CHII 41 8.6 +0.74% 0.7 £0.01%
5-FU + CHI11 4] 22.50 +2.53" 0.52 +0. 04"
5-FU + NOK-2 41 12.19 £1.67 0.64 +0.02

a: P<0.05,5 a1 rk4s; b: P<0.01,5 5-FU 413b4k
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05 0 S BTG R 24 TG 8 2 B, 5 Pl 2 B LR R T
BENMZRF(P>0.05,%3) . AT FasL 4T NOK-2 A fiE
BELIBT 5-FU r i A AR 7

3 i

BRI e R T 2 R o 2 — X 5 B R A
B W2 e e 5 22 25T 2545 G L IR 4 e ok oA
T (T 32 A2 P Ieg T 245 B — A AL, 76 20 B 0 T 5
S 25 R, s | N H 2 BEIA FAET (R 5 1Y
Fas J LA FasL(Fas Ligand) 52 5 HA5 5 i 12 1
EERVFZ M A R T L R A Y Fas &40, Fas 5
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AR TR F 2 A T2 0 Fas BLIR KRR,
ERS RIS 0N L R T N o (i S
PURFIR T RAEKIE, AR E DT 6 PR R
iy 200 (L5 B s ), o B Ay T D) S R 4T 4
M, % B0 A R ZR MR A 5 AE R AR Y Tz Rk
Fas , {EL i 20 0 i 2 1 00 B AR T IE % 4 . Ak
ST IRENE R IR 0 Fas 363k, IR WX 21k
ST25 9 A0 b 9 40 M i AL AR =2 —5 o Ak yT 25 4 xt
FasL Z2K IR, S 2 A F1 I i Ak b R VAT
7] 6 P A B R 24 ) R i B 15 S PR 2 MY FasL (14 ¢
ik ATHIWEFE &, 7860 41 i 7E 5-FU /EH T, Al
DL Fas FasL &3k I | o 7] i 52 s 1] - 57 a2 ARO O
Z, =i T 24 h Fas FasL JF iR T, WE A (] 4E K
AR E T R LR R AT BB SR R Y 5-FU 2
FEAE FH B IR BE 0 25 5, 7 Wi 5% 26 B /N7l o Ak g7 5
AL T, KRR T RIRIE

TATHIBE TR R, N T Fas B g EPTAR CHI1
YEHF 786-0 405 , ANR IR T-F5 B0 W B, 145
T B RRAR, S5 X IR ALAH A B 22 5 Rl fk
J7F25%) 5-FU 5 CHI1 L [E4E F F 786-0 45 , 41 ffg
PR H8 B 5 3 0, B AR 6 1 S RRAIG, 5 Bk 245 )
BBk CHIT S 20 AH HE Y 0 38 1 2 5, 10 BH 40 %
PEAL G R4 Fas/FasL R 4552 B, (H H £ 2 AL
IR FESR  Fas N FHFE TR 786-0 4 i 247
TER), DIRE R TEIEI .

SRS 25 1 Ve AL 32 253 4 15 B DNA $5
P75 4R O T, H L HLAAR AR AL 8 2 D
AR ORI IE & B0, 75 5 b 98 40 L 0 T 0T B R AN R 4k
SYEEMIRIR R B 25 57 L A B R AL 259 5-
FU Lk DNA S S35 S i v, IRATAaF RN
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KW, B4 786-0 TRy T 254 5-FU /EHTR, S5 0
Z5AAR L, AR LR T T S M 2 R
SR, A7 25 YRS 0 J5 |, i Fas/
FasL -5 A0 20 B 08 T it 385 o, HEAE T DA il 4 e
Fas HTR BT ELIT, 156 W B 98 245 1 76 5 -5 Jieb 38 4 B 9 7~
flid Frh , Fas/FasL @ A2 5 B EAE Y . FRAT008F
FAR R, B A bk 786-0 T AFAESE B Y Fas 4
FRPET IER, LT 25 5-FU 7515 S 4 e 0d T 5 R
B, L T Fas FasL [ 33 ; DL FIMAEPT FasL $L0] [
Hifk NOK-2 f}4] 786-0 FasL, M\ BHIKT T Fas FasL A
HAEMG , 5ABHEIAT L5 5-FU 55 786-0 4 H -
TR B FH TS 4 JC W I e s | 27 B 9 4 B AE 5-FU
YERTF PR T B AT REIF AR T Fas/FasL 3818, X
IR ABFFE AT Xt v IR B s i 25 $2 LB e 7 o
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BRENE G, TRERGSAENID, B A5 mm trocar, 4
BERIE A B, 2 B AT R B, UL B B R S, A W A e
TRRZTF ARG, BAEE KRS L AT ED O,
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