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[(WZE] B UH0EEG N B8 MGC803 4 MY A& A & JE I 19 8 35 1 FH B 4 M A% %% % 1§~ kB (NF-xB) {55 3 % 1 52
Wi, DR 05 10 o6 8 0 2 0 A AL . K K MIGC803 ZH g LA 1 x 10 A4 g/ £L 10y % B 45 B T 96 £L 40 M 5 3R 4R, LA &5
5% i 4 L DMEM 35 38335 9% ,37 °C,5% 1 NG & (Y CO, S5 IRAGWE & , 40 M 05 B2 24 b, 43 530 fin A He % 8 25 ~ 800 mg- L~ 4%
FC MG B A 3 3 37 B O, B 10 ~ 160 mg- L ™" 5 B ok J3E 1) 960K 15 1 Oy B X R AL, B0F 7 48 h U, fR B B R P oW AN I A
MTT L €0, 35 46 0 40 A 3% B 25 £k, il 2 #0065 v T 50 3 S 07 AR ST 1 E 50 % 10 1) Wk 1B (1C, ) 5 AT 3 48 h IC, VR AL 34Nl 48 b,
I 2 A i A (FCM) 1 52 48 it 81 191, Western blot 3 I 72 40 il T« B 34 B( TKKB) , NF-xB, phosph-NF-«kB & (/K V., & 8%
Z IR PG BE 48 h 1C, {543 51 192,74 mg-L™",23. 61 mg-L™"; 5% {6k B A1 AR [, 38 34 7 2 3 5 i MGC803 41 il Jil 191 v G,
1, FUNR v N 255 MGC803 i fitd JE i vh G, B3 (P < 0.05) ; 38 34 V7 Rl 950 UK W35 1 47 B8 B 25 410 k) TKKB 5 NF-wB 18 1R ik
510 A I MGC803 21 i 4 K Sl 46 i T G, #, T 1 NF-«B i i TKKB, NF-xB A REA X,
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[ Abstract | Objective: To observe the effects of Tonglian decoction (TD) of morphology, the growth
cycle and nuclear factor-kappa B ( NF-kB) signaling pathway, and to discuss the inhibiting mechanisms on gastric
cancer cell proliferation in gastric carcinoma cell line MGC803. Method: MGC803 cell line was seeded in 96-well
micro-plate with 1 x 10* cells in each well, and cultured with DMEM containing 5% fetal bovine serum ( FBS) ,
and maintained in the incubator at 37 C with 5% CO, in humidified atmosphere. After cell adherence for 24 h,
TD of different concentrations was administrated from 25-800 mg -L. =" with common ration of two, while Fluorouracil
from 10-160 mg - L' as positive control group. 48 hours’ administration was followed by observation on cell

morphology by inverted microscope, and cell proliferation determined by MTT assay. The half maximum inhibition
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rates (IC5,) of TD and fluorouracil were calculated by curve fitting method. After 48 hours’ administration of TD

and Fluorouracil at 48 h IC,, concentration, flow cytometry ( FCM) was employed for cell cycle determination, and
western blot for protien expression of inhibitor kappa B kinase 8 (IKKB) , NF-«B and phosph-NF-«B. Result: 48
h IC, of TD is 192. 74 mg -L ™", and that of Fluorouracil is 23. 61 mg -L~'. Compared with control group, TD can
significantly affect G, phase of cell cycle in cell line MGC803, and Fluorouracil G, phase (P <0.05); TD and

fluorouracil could significantly decrease protein expression of IKKB and NF-xB. Conclusion: TD has inhibition

effect on cell line MGC803, which is related to inhibiting cells in G, phase, and down-regulating protein expression

of IKKB and NF-«B.
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M J8 (gastric carcinoma) E 18 &4 T H E A
SR A bR, BOBE 2 S b R B R AL, 2 T
TNKMEE N EE R MR HER T E
CEHbRT CCRETVCCORERT W, 2 h Kk E
AN SRR AT, S O E I I E AN, BRI A
TR S RN N A, R ARSI K
A R % AR B L R, i
(ORI ) ) Jehl -, 25 4 PR b 24 24 B 5% L
A7 W7 LA B AR S AR A AR I
PR BAT — 8 97 R4, T SE A A 77 40 R 48 o A A o
o N T IRTIZ TN i A0 M 0 4 4 e 2P
PEFIHLEL , JF & T 3% 5 % MGC803 41 ifd i T 5% 1l Y
TRAN S
1
1.1 259 @A 1.5 g,4H 3 g, AR
3o, MEMP LS g, S H R 3 g, BE( 3 g, 204E 3 g, il K
B3 g, RS o, FIAEIE T R 3 o, B3 g, 3R
2 g, 2 FRIR 245 ) 0 T b ut IRl R 1L % B2 05 A
FRA T, i LIk & R 2 25 27 B 07 M = B AR 2 h
TE it 5 JBUNR 5 WE T A6 W (R T M A B R A PR )
[ 2 5% H12020959) .

1.2 G{f  DMEM K5 3% 35 (Hyclone 22 ] ) 5 Jifi 2 1l
i (GIBCO A w] ) s WL (7 8 R MBEE R ) (K
R YRR AT BRA ) 5 A F B (FE LA F]) s MTT
(Amresco 2\ 7 ) ; DMSO ( Amresco 2\ 7 ) ; RNase A
(Sigma 23w ) s WAL Y IE (PL, Sigma 23 ] ) s PVDF i
( Z£ [# Millipore 23 7] ) ; M Cell Signaling 2\ &) 4 A LA
T RPN B B B(IKKB) ; #2545 K+
kB (NF-xB) Je HAe T Ak (W R AL AL 5 Ser536) 5 A3
=RAY) S "I A LA 77 s Western e TP 21 fifg 2
ffE Y ; PMSF (100 mmol-L™") s BCA 2K ¥k J& il 2 1K
7 & (M55 8L ) s SDS-PAGE B Jise i i 1057 & s B bs
#EHE 1 Marker; GAPDH /)N BLUERL v [ 2 — B 44 s AR
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1.3 40ffs A B MGC803 41 i #k (W A b [ &
2Rl G BE Rl 2R 2A A ST BT Al sy ) o

1.4 fYz% 1100 BYJC R &8 1% 75,3336 CO, K548
(3£ Forman 24w ) ; TMD-2 8] & X W i 8 ( H A
Nikon 24 &) ) ; il YK #L ( 7% [E Zigera, 2BE-70-25 ) ;
Facscdlibur 7 2041 4% ( 25 [ Brady 2 &) ) ; VCX750
4 B B8 75 i AR (3B [ Sonies 24 ] ) s3MK BRI =
AL (3 [ Sigma A 7)) ; Infinite F50 FE bR AL ( i
+ Tecan £ H A F] ) ; 2 T HE HLIKAX (JL BTN — X 2%
J7) KPR R (36 GFL) 5 W & X I 2 O e
( HZA Kodak 247 ) o

2 FHiE

2.1 #fEsEgE L& 5% G4 iE DMEM 3 5% )
10 mL, $:#F MGC803 4l i T ®35 mm X537 ML+, &
T 37 C 5% MWANRER CO, HEFEMMBET -

2.2 JENECH I DL A iR AR 2 Y A e, OF
T 30 £ AR BB 467K , 32 12 30 min, 100 C &6 h,
4 Z YA uk, BB W, AR Rk AR &
200 mL, A2 HIE 2,4 C 12 000 r-min "' x 15 min,
B0 2 WS R 1T, 0.22 pm BE AR UE S, N
PO A5 OTY TR R Y B R (g L),
L DMEM 85 2Bl 2= 10 g- L', 1.5 mL B .04 4
$e, 20 COA7E& . SUIRMENE W 10 g- L' (ML
F54 10 mL:0.25 g) ,1.5 mL B0 454035, —20 C 5
e o

2.3 BRI AN MO S A AR LA 1 x 107 N4 s
FLI 3 BE A0 T 96 FLAN ML 1G T2, & 5% NI 4F 1S
15 5% WM A R UG BE 24 b 38 37 A0 B A 8
AR B R SR, T 6 A6 B 2 ) T R vk
25,50,100,200,400,800 mg- L~ ; J5 K m% 0 b 28 4]
TN B G s B 1 S W B R, B S DR 2
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B S5 17 % 8 MGC803 41 Jifd J&1 3 e NF-xBs {5 53 [ 1) 52

YRR R 10,20,40,80,160 mg-L ™' A2
XTRRAE M A % 5% 4= v K5 R 3k, 4l 3 A%
FL,dksE ks 48 hy MTT 4t 4 h J5fim A DMSO, 7
BEARAL 1 LA 490 nm U & WG RE (A) . LS E & 3
Wo TR S 4% e 1 26 W 4L %o b g 4 i 434
B 3, SR A& D7 2RO Rl (1C5,) o
YR HG T A0 = (1 - 5284l A/XFHRZE A) x 100%
VT30 38 3% 1 B UK g BE %) MGC803 4fl ity A 1 1y

P 2R SPSS 13. 0 Ak F K5 5, 2 il 1 306 3 il 46
Bl VERLG 2, SR % 7 1% 48 h IC,, .
2.4 HMIEAEWE ¥ MGCS03 ZHAELL 2.5 x 10°
A/ L% BE FERD T 035 mm 55 7 LA, i BE 24 h
MTT 52550 5 1) 38 3% 37 9800k % WE A B 48 he 1C, il
P B IO N S L, %k BR 2N A 5% B A i v
Fige 48 h J5 T3] & W fUBE 200,400 5% 058 4
L% A AR AL, I R FEAH R F o
2.5 XA LS x 107 4i i B B A
MGC803 4 Jifi T ®100 mm 15 F% I, i BE 24 h, N
Aé«‘ﬁi_@% SRDR WS E 48 h 1C., 1) 25 4 35 R, 4k

Sedr e 48 h A 15 mL &4, PBS 2 mL &
ML, A 70% & B E A 4 CHR ., 4
B, JE7E 3 mL Fil ¥4 B9 PBS o w40 i, B O, 3
4 PBS, K ¥k i A PBS 850 wL,10 g+ L' RNase A
10 wL,1% Triton X-100 100 wL,1 g-L~' PI 40 pL,
37 CFREOLIFH 5 min, 400 B G Wit s 40 g, L
ot =X 20 4S50 A 4 B R T, O A Modlific LT #1424 43
BT 8 5, 15t A [m) 25 53] 4 B 7 45 4 B R 00 1) L 3R
2.6 XF40ffl IKKB, NF-kB, p-NF-«B # [ 32 ik 52
W) 3 S 7 , SRR 1 I A R ZE 40 O fn A 48 h 1C, vk
B0 259 SR B , K7 37 48 h, Ml A 450 L Western
TP 41 g 2L W (A 4.5 L PMSF) 244 , BCA 129
EHLVE W, AR 100 ug % [1,10% SDS-H
A5 TR e B JC LUK, B AR L e 8 & PVDF I E . R R
B KU IKKB,NF-kB 5 p-NF-«B 25 —Hr ik sl # /] i
KU GAPDH %5 —Hifk 4 Ci &, ¥ F HRP frid
(1L ST S sl Ll Ao/ B ik, =0 2 h, ECL
oo, R MBOL B ER, KRrAME,
Image J K 1% 4 #F 8 4 ( i National Institutes of
Health ¥ % ) 4> #7 IKKB, NF-kB 5 p-NF-«xB #i
GAPDH JKJ¥ (12 %) ,IKKB,NF-«B & £ ik KF H]
IKKB,NF-«kB 5 p-NF-«xBFI GAPDH JK Ji V{8 %75 o
2.7 SriteEab B EIEG  HUIREEEE 48 h IC,,K{E
i ] SPSS 13.0 %11, F # 4, M 20L& )5 #2548 h
IC, 25 vk B2 T 781 48 h Ji5 , 48 i J) 9 43 A %2 \NF-«B

55l A OCAE 5 TR KA
K , DL P <0.05 A4 it%E X,
3 &R

3.1 Xf MGC803 4ififg 48 h /£ K1y IC,, WIEA M
410 1) 2R 2 ) o R R OE LR i, EL A U R AR
WOEFR . N F R 5, 34 ih 4o #2453 s %
48 h IC,, 192.74 mg -« L™, % JIk W5 ng 48 h IC,,
23.61 mg'L_IOIJ—IL%%IO

i H AR R

®1 EEF3 MGC303 AMEIIERER X R

2 53] i e i/ mg - L A/ %
Y SPOpi - -
W 25 0.85
50 23.93
100 37.40
200 58.96"
400 71.32Y
800 73. 14"
SR T I 10 49.76
20 65.98"
40 91.95"
80 98.51"
160 99.33"
TE2MATRRY >50% .
it £l T X
WA B A, Y = - 3.120 + 0.498X -
0.001X* + 6.928 x 10" X* (R® = 0.984, F =

60.675) ;MR MEREAL B . Y =24.568 +2.73 X -
0.31 X*(R*=0.998,F =145.939)
3.2 Xf MGC803 i LSy {38 B T
WL IR TR, 25 R R 200 A HE B, 240 o )2
HEZ) W BEROR 4T, 2 h KRB sl 2 308 |, 240 M %6 B
BEHLON 20 B A% AT, T UL B0 A, M B 4 e e
Fw N A A T B, A K A 5 v e TR
s E Ab 3L ZH A R G K 218, A AR VR RN I A R
I, 4 R 25 TN A B A R 22 55 5 240 B it A 0 %, 4
AR D /0N 45 4, 240 B 3% 1 i, AR P T R
PR B WA B (1)
3.3 X MGC803 4 g A= K i W g5z 525 Rt
MR LA, S A TR G, 109 40 i %) 250 it 2 3G
(P<0.05) (Z5 AN IR G, 124 12.88% , 38 3% 1%
IR G, 2y 69.56% ) , oK W IE Zb B2 G, 51 4
JHL R B B (P <0.05) (25 XA G, ]
25 62. 74% , IR WEWEALFLZH G, #9249 74.01% ) ., 3R
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A ZS X IR B Sl 192. 74 mg- L™ ZhBHAE ;
C. SR NE 23. 61 mg- L~ Ab B (I 2 ~3 [])
E1 BEEZIC,HYKRETHIShF
3 MGC803 HHpf £ KM (EEERIE, x200)

2 R % MGCS03 41 it J& i rh G, WA i) i

HER . WK 2,

3.4 %f MGC803 4 fifi IKKB, NF-xB, p-NF-«kB 75 [']
FEMEE M 523 o AL R, i E T A B
MGC803 4l fitd IKKB( £ 4 %5 11 4f HE 40 58. 47% ) ,NF-
kB HEIRIB R EEM (A H 2 A X4 65.29% )
(P <0.05) ,{H NF-«B R 1k 7K F-JC 9 i 22 Ak ; SR
g IE AL B 4] MGC803 4fl iy TIKKB (24 2 25 1 Xf M 4]
23.62% ) ,NF-xB & |1 & ik 1 3 FEAK (29 0y 25 X
HRZH 40.57% ) (P <0.05) ,NF-xB B 2 1k 7K 5F 0 i
Rk DL 3 % 2,

3 60 90 120 150 40

Channels (FL2-A-FL2-Area)

T
80

Channels (FL2-A-FL2-Area)

160 0 40 80 120

Channels (FL2-A-FL2-Area)

120 160

B2 @7 IC,ZYWiRETH 48 h 53 MGC803 40 i 4 < B Hi H9 & 1y

&2 48 h IC,, ik BT MGCS803 41 IKKB,NF-«B,p-NF-«B B [ 1831 &%

IR (EEREE) (x£5,n=3)

21 51 F 4t mg- L~ IKKB/GAPDH NF-xB/GAPDH p-NF-xB/NF-«B
gEPopis - 1.082 +0. 026 4.687 +0.584 0.334 £0.076
T A B 192.74 0.710 £0.015" 3.060 0. 115" 0.321 +0. 082
F R v i A P 23.61 0.256 +0.027" 1.902 £0. 031" 0.238 £0.064"
E S AXEAM LY P <0.01,
B, THRR, F1E TR AR A R, — T
B — W, B AT R I e A, I R O
LA B, SOAN T 0 B 3% il i 4 RN RE B < Ah, B
oATpIRe A PRUES # NERT 2 Pd I vk
AT 5B E SR AR L e T RO M B
i, 55 W T HXT MGC803 21 i 14 410 1 4 JH) Ko %)
NERDGS KD MGC803 41l IKKB, NF-xB & [ 42 1 i 541
GAPDH-36 kD

A B C

B3 BEEZIC,HYWKRETHIShF
% MGC803 41 ff1 IKKB ,NF-xB,p-NF-«xB & 5 & ik &M
4 itig
3 37 R I A 0 R A R T R, R R A I
Rl PABE N 55, 5 il e v ) A AR E R
W) R B AT 2 407 . AR DT R L
8 IR 245 B AF 5% B i R 552 3 o Ak A 8 T ol e 3
Vi, 7 AR 2 AR FROR IS AR, AR B U SR
[IIREPIE S B ANE VA AR AN TP I AUE By
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200 60 ) B S — R A R S A R R R — k4
O RLE T 4 T AR R Aol G, 1, S WL G,
JIRD MR 2 A S R R LU, 0 5 B4 B AT
24 0y S5 W ol AR SO 40 i TG 1 k2 4y 2L, gt 4R
KZFMEN " o FH 48 h 1C., 38 34 177 R 9 NR 95 0 11 A
T MGC803 4fi Jfd J 2 it =X 4f A ASCAS: 0 , & 390 H: 240 i
VA A e A el o 3E SE VA AL PR AT MGC803 4 fd 4b
T G, S A 41 L 25 1T 8 8 5 SRR s i Ak B 4 Ak T
G, 310 40 i 450 L0 491 B 5 386 0, $7R —F xF MGC803
240 e ] 300 1 BEL VS B B AN T
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