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(# FE]a e Edme s- FIRELE (5-Fluorouracil, 5-FU ) , JE & F(Nimesulide , NIM ) B8 BE &6 FI 0 A &858 £C109 4
e i % P B2 A2 4 BB F (Vascular endothelial growth factor, VEGF ) 35 BB 0, R AEF1T 5-FU NIM #i] &8 8 1M 45 2 AL
7 ik SEFRREE EC109 41, RENREE 5-FU NIM S s IK S VE R 24 h J& , MTT A0 40 M 16 78 200 5 e =X 4 M S0 0 4t
#12; RT-PCR 1] VEGF mRNA AT ; Western blot &3 VEGF BHZFE, £ R NIM 5 5-FU BR&1ER TREE EC109
YARTRRET , ) R S T AR I A E RTINS 5, H VEGF mRNA K78 B2 5K K T35 Z B B e B ek K E , 4536
NIM Bk & 5-FU BEAZMH B % EC109 4Hua , Hp ikl VEGF Rk s HALH 2 —.
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Effects of 5-FU combined with nimesulide on the expression of VEGF in

human esophageal carcinoma Eca-109 (EC109) cell line
LI Min—jie ,et o
(Department of Cardiothoracic Surgey,the First Affiliated Hospital , Chongqing Medical University)

[ Abstract JObjective: To investigate the effects of NIM (a cyclooxygenase 2 inhibitor) ,5-FU, and their combination on the expression of
VEGF, in order to explore the possible mechanism. Methods : Nimesulide (100,200,400 . mol/ml) and 5-FU (100,200,400 u. mol/ml )
were used.EC109 cell lines were divided into control group , Nimesulide treated group, S—FU treated group, and Nimesulide combined with
5-FU group.The inhibition on the proliferation of EC109 cells respectively treated with Nimesulide ,5-FU, and their combination were
detected by MTT and their apoptosis rates were detected by FCM.The expression of VEGFmRNA was detected by RT-PCR. The protein
expression of VEGF was detected by Western blotting. Results: The inhibition rate and apoptosis rate of Nimesulide combined with 5-FU
were significantly higher than the single Nimesulide or 5-FU single treated.Nimesulide combined with 5-FU significantly reduced
VEGFmRNA and protein ,as compared with the single Nimesulide and 5-Fu.Conclusion : Nimesulide combined with 5—FU can inhibit
the EC109 esophageal cancer cell proliferation in vitro, inhibiting VEGF expression may be one of its mechanisms.
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1 MES5FH*

1.1 FEEA4

BEE EC109 40HIRRM T PRl B b M40 a2k )57 ; NIM
W F £ E Sigma A # ;5-FU T EBAKEEHLARA
H];RPMI1640 HE R ET 8 . BRE A BIW T £ E Gibeo 24 d];
RAERA4 mFA T HOCF A MIT, —F EH( Dimethyl
sulfoxide, DMSO)¥J T3 E Amresco 2] . Trizol 9 5 2£H Gibceo
OV 1 — BB (Reverse transcription polymerase
chain reaction, RT-PCR )& &M A JL T KR AR A A,
PCR 34 B RIS A BB Mo AnexinV/PLIRF & RPN
1 B P B2 A2 B+ ( Vascular endothelial grawth factor, VEGF)
L ETUR R E ALY EE (Horseradish peroxidase, HRP)—
B BYE M Marker 3858 % HiERN ST LGB R KA
AR B BeAm 8 2 M Polyvinylidene fluride , PVDF)
% B ¥& /& Whatman 23 7)o
12 EBFE
121 #MEREFE  SER EC109 ZIMBRTES 10%55 4 75
REBE S ZH RPMI640 IFHEH , F 37°C 5% CO,
WO T i 3% (K AR, SR QA TR R &
H.
122 MTT ¥4 5-FU NIM 80 50 B & F Fixt & & 8
EC109 FiH#FE A BOTEA KA £EC109 4,
0.25%BR%E FEFH L, RIS ) B SR A0 AL B , R HEOR
THERR AR B R S x 10* ~/ml, BeRh T 96 FLIEFRMR T, 6
FL 200 wl, & 1 x 10 A4HH; R ATER 1 L AR & 4 e dy 3%
FWANERZEAREIL, BT 37°C.5% CO, EFHRE H 4k 5%,
T 0 BRUNG BE JS A RHEA TR0 . SRRSO 3 4 S-FUMREA
(100.200.,400 pmol/ml).3 /> NIM £H (100.200.400 pmol/ml),
3 MBS FIZG4H.(100 pmol/ml 5-FU+100 wmol/ ml NIM.200 wmol
/ml 5-FU+200 pmol/ml NIM 400 pmol/ml 5-FU+400 jmol/ml
NIM), AN [R) 25 #9 FEAR 4 NIM SC 38 SCRR[2) B A S 36 T S5 06
BiH . XTHRH R & FRBH T 0.2% 8 P DMSO K
RPMI1640 B 5555, 4T E 8 NETL, T 37C 5% CO, 3%
P AREEEESE 24 ho MIALLZEZSY) 24 h JFEFLI0 MTT20 1 1,
YRR A PIEIE 4 h, KRR B PSR A
DMSO 200 1, #8% 1 min 12 FIBSER SR e I8, I 2 I 4570
nm K 592 B8 1 ( Absorbance , A {8 ), WV RE(H IR M8,
FERE 3 I, HARAF AN =1-(Z9E 3 A H - iR
FIRTERLE A {H)/(55 X HELE A - BRI IR A fA) x 100%.
123 FRMEMEIMEREAT X BOHER M, 5
T AfiL3E RPMI1640 15353 24 h FEALE , 2 3 B4 CR{Y
HFEHBEBH 0.2%F HL¥E 7 DMSO ) RPMI1640 35 3%
#).400 pmol/ml NIMZH .400 pmol/m] 5-FU #H &% DA I B 25 8%
ALK 24 0 B MBI S AL, WAE I, PBS RE
¥k 2 LA Annexin-V/PL 385 F2HE ST, 8GR 30 min
AU R AR AT R

1.24 RT-PCR B/43#F VEGF mRNA FiA/KFE HEF4ME
5259 A BREHT, B 5% 24 he WEAEE NN, %
Trizol X3 & UL AAIEEUE RNA, B MRARELE RNA Sl A
Wik SR EE AT RS 5%, PCR 73 VEGF, Rl 444 GAPDH 1k
HNE, BFAER 3 IR VEGF BI1#1F3 24K 417bp):
F#EFES] 5" -TTGCTGCTCTACCTCCAG-3", FH#FF 5 -AA
TGCTTTCTCCGCTCTG-3 . GAPDH 5[4 (F=44 821 bp) k.
FR5 5° - GGGCTGCTTTTAACTCTGGTAA-3 , FIEFEHS’
~ATGAGCTTGACAAAGTGGTCGT-3", 94°C 3 min FUAEM: S
F1R9E3F, GAPDH 5 VEGF £47 30 MER, |J5 T 72°CHE
1810 min B MEEEREL S wl, 7E 0.1%3R 5 LR TEERC LIk
7 PR AR 2R B B i L Dk LU il a AR AT R
Quantity One T EE . HMFW HBEK BT RAEIE
SE#BEME , 3 VEGF 5 GAPDH a5 iy HU{E % /R VEGF
mRNA MIAHXT & & .
1.2.5 Westem blotting #4347 VEGF I EK AKX HFA
S AL A AT, 5555 24 h S LRI E S, B D
ZWE B E R LR, U GAPDH MIRFZ K ENSEEH
LRSI, B 20 1 A 5x SDS _FREE P 4 ¢ 1
HANR S IBA1E MK 5 min 2 12M, 10%SDS-PAGE
UK, BN EAERE PVDF B, 3H30E R EhRic, Bt
BESRY BRI 2 b IIA—$ T AR, 4 CoKFAE 7 . TBST
YU 3 K, BIR 10 min 5 , LA SR R 53 EIERICH 3
B 37°CHEH 2 h, 5 TBST &4t 4 IR, IR 10 min, 3
HALERERARERMG , HEHN X LR BOEHE; &5
FUVP B BG AL T B B Labworksd.6 301404347 H B &4
HIKFE(E ., 35 VEGF 5 GAPDH JK {8 i H A %R VEGF
BN SR
13 %itFam

PSSR ER 3 W, BB x £ s %, FH SPSS13.0 4t
BAEHAT I 2047, UL P<0.05 HERBESIT¥EL,

2.1 5-FU.NIM # Ik B4 T HALF & ECI09 M 51
HERH A
R R ,5-FU NIM 50 £ T B 2 o 2 4K i 1k 4 1

EC109 46 H 3 78 , B2 245 0 ViR 13 355 Jom EC 300 361 35k )57 o 87 398
(P<0.05), 5-FU.NIM BX&1EF T EC100 40fuES , HAmHI =
B B B 37 (P<0.05) (L3R 1), ASEIH S-FU NIM
B R 2 v ¥ (400 pmol/ml 5-FU 400 pmol/ml NIM ) 2.7 %2
B RS, M EC109 40U Mt S 0] S8, B, 3
400 pmol/ml 5-FU 400 pmol/ml NIM K 400 pmol/ml ¥k ¥ &)
5-FU+NIM)Z4k&E F— #3850,
22 ARXmBAUE R 4R

5-FU 5 NIM Bt-&1E BT EC109 48Jfk /5 , T REH
F AR IR B4R . 5-FU NIM R ZZ6&1E ANt (o7
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TR 5K :7.66%.10.76% .28.07% , 5%t A L. (3.05% ), ik, HERBAGITHEE X (P<0.05) (LA 5),

ERBEAGI#E XL (P<0.05)(WE 1~4),
2.3 RT-PCR #&#4 %

gER G, 2 AL B4 24 h J5 ,5-FU & NIM #J8E
4 EC109 4l VEGF mRNA R93ik;{H 5-FU 55 NIM B4
Vi s, 455 7 2 2R p 4 FH O BB BH (B B (I VEGF mRNA A9 3%

2.4 Western blot #] 45 &

J7 Fil Western blot %t E[J i % 8 R [R] Zb ¥4 VEGF &
FI7E EC109 4RIk S50 AR LY, b FHZG 4 BBk
FAZG I RTF#IE VEGF AR ; HERG 2548 s 2y
Y REFR VEGF EEHAIRIL , ZRBEA G AR X (ILE6),

£ 1 5-FU B NIM B3R EE R AR ERE EC109 HAEREAI RN (n=8x+5s)

g1 0D570 1R/%
Xt HR2H 1.146 7 £ 0.010 1 -

100 p mol/ml 5-FU 1.127 6+ 0.025 7 1.68
200 p mol/ml 5-FU 0.915 4+ 0.0009° 20.18
400 p mol/ml 5-FU 0.727 7+ 0.004 1° 36.55
100 p mol/ml NIM 1.1153 + 0.030 4 295
200 p mol/ml NIM 1.0591+0.013 1° 7.65
400 p mol/ml NIM 0.916 6+ 0.002 5 20.07

100 p mol/ml 5-FU+100 p. mol/ml NIM 1.061 9 + 0.007 4° 7.4
200 p mol/ml 5-FU+200 p mol/ml NIM 0.8639+0.0136™ 24.22
400 p mol/ml 5-FU+400 . mol/ml NIM 0.618 0 + 0.008 9™ 46.11

# : "P<0.05 5-Fu $upli NIM 5l 5% B840 5 P<0.05, BRA4H S5 8 FHZH 4 . IR i %
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= b = “*
= ] L

S (=)

B o=

10!
[RUR We—

el {0 e (s (i 10l et [t

=
Anenxiv V FITC Anenxiv V FITC
E1 XtERA B2 5-FU4A
Marker XiH8ZH 5-Fu NIM BES4

E5 ZMERE VEGF mRNA $ik7kF
3 it i

WATRA TR BR , COX-2 TR AL Fp b h 2o a5
KRBA Liu WK 50l BRI REA - SE YR
J7 EERI 82 B BER AN MU AN 30 BIIEN BRI, A
COX-2 TE BB FRIATN 73.2%(60/80), TFE B IE
HORERE R BRI RALH 6.7%(2/30), H COX-2 B &k 54E
4 BRI, S R R B L5 5 B UMK . Felin IP
S i S e AL R XT 31 ) £ R AN IE H AH AR AR A

3 »
: S— T} .

GAPDH(821 bp)

VEGF(417 bp)

091203 AV.007

091201 AV.006
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100 100 10° 10° 100 10* 10° 10°
Anenxiv V FITC Anenxiv V FITC
B3 NMA B4 BEEER4E
Xif B 4H 5-Fu NIM BAH

44 kD

GAPDH 37 kD

Ee6 ZHW{iERJE VEGF EARIEKE

R I ,COX-2 B TERNIE H LR IE N 100% (AR 35 b I8 b5 A
COX-2 FIFEARYLEFREEIT N 1+.2+.3+), LRI COX-2
Jufs 3+ B S5 BB TNM B IAHE . Liu JR 250058
A COX-2 EREBHREARERBEARPHREREIER
BERRE, HREEH COX-2 R Rk S 4/ b Rk e
FERERLAE . Liu YS 25658 5 Xt 86 il 4 bR A< 40 I iE
RN AT R B, COX-2 MITE R nA th ik
ERAEERTREAS S, HEH COX-2 MERILAERE
TR A —ATUNEF , A8 FARRE COX-2 R G,
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Hashimoto N 2578 i1 %t 68 Bl &5 S8HE IR A5 &8, COX-2
G N 554 27 BI(40%) , S BE R 5% 41 $)(60% ) ; iy
IEFEIE COX-2 FH (34%,14/41 )V ERR T H (19%,3/14) 40 j
SMEEZE AMEREERE KEEEB RMNETRE
COX-2 BF L P 2T, TEHEBE BRERERT
COX-2 WIFKiA 5B B E 2 FAER, 5S8R LBz
EfMx; fEREMEREER BHETLEEBK, COX-2
KIFEH58 . COX-2 itk 8 & Ak Rk 4 M3 7 )
FIADMIIR T R R R BT BUR WALV BUR I &
5T MR REY, HIt, COX-2 TAER Mg IEI i —
AR LR IRATHRE RNG R A A BoR T IR
AR 70 5 MR BE & A R B UM . (B3R
HEALBEMBIFIA— T WEMER , R FHERE R A LB
HI7) NIM SE38,

RS R M R EE MRS JEER
EMMERASET M E BRI, B ERE, Y EERAR
1~2 mm B}, B4kEE & RO , 5 th KSR I B BT 2k ok
AR E SR AL R BT o i B A R A
MBI Rh— SRR IR R, VEGF £ BRTE MaE Ak
S, PR B R RO AR I B A K B 00, B AR P B 4 s
B A A R U R AN R A S I B T B A
EZ 1N

HETIEFGE T R IE R VEGE 7E 45 Bl ER
BENFRYGRELS HHER, K VEGF fEREHHR
PF RN N 62.2% , VEGF A5 Mg A48 e
FEEERE A L (P<0.05), 3278 VEGF SEEEIGES 8 . HE
LEHREFYIMFE  Li Chen 204 1d RT-PCR 75 M Western blot
EEWT 67 HlREREAL A, R VEGF £ mEE H
VEGF WEXRASE TREENRELE. WRESET
G S-P AN VEGF £ 48 fl RSB A S NEF T H
ARPRRIEELR, KB 48 FlEEEAHAL H VEGF B #E
FIRRH 64.6%(31/48), BH S TEFZFERBENARPHFE
i.5(17.1%),VEGF WERiE 58 T 45565 TNM B 3%
K (P<0.05), 5B EFE M5 JaEA/NIREA S L
BRETMHXN., £ EBFURARZHL SP EK 44 IJF
FHEE TS, 20 PHESHA LM 20 BIEH 4, K VEGF %
KREREBAATHE R THMAHS, BAMKRESR A
Tok G555 15 B Mg 12 9 B HH G HE (P<0.05) . Shih™HA K,
VEGF it T E L5, ALK T4 LV F 3 # . OF4H
PO ek 9k EEL 55 (A 4 T A B 4 s O T B A I B U
EEYEIEIHES;OKREENNETEERUNESER,
VEGF [RIFER] IR Bk BB A4, S SUR M E AR
EPERR . B, 0 ME 40 VEGE B93635 R0 1F ibyg & 4
REBGE BB ERER,

B ARSEH, Fi T 5-FU 5 NIM Sh R & 48 Rt
B EC109 JUAIARIETE AT R0, (RSN RS
IR, 5-FU B NIM Xt EC109 400 2545 2 B B 5
Titse , 3 A A A EAE A R A G ESE TR,

HemtEAr L ZERE ST E L (P<0.05), S EEIR
B FHSE, A VEGF mRNA R &E B AE IR
AN L /D, flaT 1L, NIM B & 5-FU, AT LATER
BN 5-FU BMREEF B3R T 55 EC109 4EM IR T-HIBE S

{LFr 5 BV FE AN BRI ) IR Rt 2 R i R
IR BN, ERERW,5-FU SEFHAELEE
) 300 JE S5 &7 FI Bk A 1E R RE B AT s 4 ) - B EC109 4BAE
W AMBESRT, XA E LRI SR T
YR ATRIT B AL T —E R RREE,
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