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[# ZE] HN: ¥ pEGFP-C1-Smadd 5k 844K, WEZ Smadd 3o F2ik%F A B 5 SGCT901 4RI HE A5, #6145 5 NF-«B
BAHGHE, 71 MR o A (57 LT 11 EGFP )5 Smadd BORA Fi5 30k, e N 98 SGCT901 4R , 56t Mk W 4t
eI 4 EGFP B3R , Western blotting %] SGC7901-Smad4 4l 7 Smadd Fl NF-kB (19335, HL KT A% R A5 7 43 #( electro-
phoretic mobility shif assay, EMSA il i 3615 Smad4 X & i SGC7901 4l NF-xB 1% {L B0, MTT 46005 2635 Smad4 X
SGC7901 AMMIHAFE A RAM . 45 R s e Y% pEGFP-C1-Smadd 9 A 98 SGC7901 4HffI( SGCT901-Smadd ) WEEE] EGFP ()2
1K ; Western blotting #:] { 7~ , SGC7901- Smadd M Smadd i3 ik, I £ KR 5 5 K F NF-«B p65 A9F%1K K F I ; EMSA
R 7R Smadd 33 KA T I NF-kB 164k MTT 32 /R i #35 Smadd i 01 SGC7901 i 56( P <0. 05 8¢ P <0.01 ).
G510 Smadd 1o FE35 T EEIA RN HIHE AL, LI AT RE S T NF-kB {5 5@ A .
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Effects of Smad4 over-expression on proliferation of human gastric cancer cells
and activation of NF-kB pathway
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[ Abstract ]

expression on the proliferation of human gastric cancer SGC7901 cells and its relationship with nuclear factor kappa B

Objective: To construct pEGFP-C1-Smad4 expression vector and to observe the influence of Smad4 over-

( NF-kB ). Methods: Recombinant expression vector pEGFP-C1-Smad4 was constructed and was used to transfect human
gastric cancer SGC7901 cells. EGFP expression in transfected cells was detected by fluoroscopy. Smad4 and NF-kB ex-
pression in transfectant was examined by Western blotting. Effect of Smad4 over-expression on activation of NF-kB and
proliferation of transfected SGC7901 cells were examined by electrophoretic mobility shift assay ( EMSA ) and MTT assay,
respectively. Results: Expression of EGFP in transfected SGC7901 cells was observed under fluorescence microscope.
Smad4 was over-expressed in transfected SGC7901 cells, accompanied by down-regulation of NF-kB p65 expression in the
tranfectants. EMSA and MTT demonstrated that Smad4 over-expression significantly inhibited the activation of NF-kB and
the proliferation of SGC7901 cells ( P <0.05, P <0.01 ). Conclusion: Smad4 over-expression can greatly inhibit the
proliferation of human gastric cancer cells, probably through down-regulation of NF-kB pathway.
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pEGFP-C1 ) SGC7901 4ii Jfi( SGC7901-EGFP ) ¥ 3
ik EGFP, RIU AN K B SE 4 (910 , R B

1 SGC7901 4 Jfe( Control SGC7901 ) UL 4 6, 2% 56
(K1),

El1 %3 pEGFP-C1-Smad4 B SGC7901 M h R B LFEARMNTIE( x200)
Fig.1 EGFP expression in SGC7901 cells transfected with pEGFP-C1-Smad4( x200 )
A: Control SGC7901 cells; B: SGC7901-EGFP cells; C: SGC7901-Smad4 cells

2.2 SGC7901-Smad4 Za it Smad4 % & &9t & &
B SGC7901 41 il £ pEGFP-C1-Smad4 % 4%
J5i , Western blotting 5 il £%- 2 41 ifd 2 & FH 7 Smad4
B KK, 245 5 7R, SGCT901-Smad4 2H 4l Jifg
Smad4 1250 B FXFIELH( P <0.05,/82 ).

B2 SGC7901-Smad4 AR Smadd B93d Rk
Fig.2 Over-expression of Smad4 in SGC7901-Smad4 cells
1: Control SGC7901 cells; 2: SGC7901-EGFP cells;

3. SGC7901-Smad4 cells
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H1 SGC7901-EGFP 4 fift AE K AHXS FRE( P <0.05 )
2.4 i & iA Smad4 K F K& SGC7901 4w it NF-«B
p65 F ik T

B9 SGC7901 4 i % Y4 J5 , Western blotting £
4540 20 i A2 26 1 P NF-kB p65 Rk K. 4558
Won, 5% A L, 7% 4 pEGFP-C1-Smad4 5
SGC7901 4Hfifl NF-kB p65 5 H # ik B P <

0.05,&14),
2.5 it &k Smad4 # F & SGCT901 % e, NF-kB &
T A

B SGC7901 4 e %% Y 5, EMSA £ il £% 2
SGC7901 4HfA% & 1 H NF-kB 76 ALK, 5 % iR 20
o8, 55 pEGFP-C1-Smad4 Jii SGC7901 41 Jifd NF-
kB 1AL KF B R AR P <0.05, 15 ),

N TN - Bl

H"\. s

B3 j33&i% Smadd 3 SGC7901 4HAEIE3E BE F1 89 %M
Fig.3 Effect of Smad4 over-expression on the
proliferation of SGC7901 cells
*P<0.05, * *P<0.01 vs
SGC7901 or SGC7901-EGFP( n=6)
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P=mctin

El 4 %4 pEGFP-C1-Smad4 J5 SGC7901 £HAf
NF-«B p65 & H KR iX
Fig. 4 Expression of NF-kB p65 protein in SGC7901 cells
transfected with pEGFP-C1-Smad4
1: Control SGC7901 cells; 2: SGC7901-EGFP cells;
3: SGC7901-Smad4 cells
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Free D4

P

B 5 itRi% Smadd 3t SGC7901 4 NF-kB &4 89 %M
Fig.5 Effect of Smad4 over-expression on the
NF-kB activation in SGC7901 cells
1: Control SGC7901 cells; 2: SGC7901-EGFP cells;

3: SGC7901-Smad4 cells
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CD70 F1 CD27 J&—XF LRI T, A& CD27 AR F R4 T 4N 1, fEdF T 40 MO77 75 3 Ph ] CD28 B T 8 380
FA 3R DL S S B 1L BB B KR i RS i MR AN 2R3k CD70, & RAETR ALY DCs (B AR T 4 A ik .

WGEAE CD1 e R T FHA T & A4 K/NE CD70 A DNA #% T CDI1c™ CD70tg % 5 /N KR, Zad B0 IE 1%/ AN AE
F#1k CD1le 19 DC bt 355 CD70, #F—H B L B, B 45 44 1935 K CD11c™ CD70tg; CD27*/~ /N Btk EL 25 AU A9 T 4l
M4 2 B M CD44" CDE2LY B4R T AHMIEE A8 9 CD44" CD62L" (RN PETTIZ M T 40, 3T 33K T RN AR & CD43,
/N BRI R bk L 5 oA, B R BT T T B 4R IR/D e i T T.B ZARIR & Sl BB L . {H CD11e CD70tg; CD277 /MR
IRRAE LR FIRFI, RIIH AL CD27-CD70 A HAE A2 SBUAN T 4 EF T MG LIS (H . H2 PR MHC 126
53T FRAHE OVA( 257264 IR SRIE Y IZBAL AERE S DC MM 535X OVA( 257264 K S i 32 , 4% OT-1 T 4H g/
[ 22 B4 AU CD11e ™ CD70tg FE5E /N, SR 5 FHIREEAT whifs , P & BRAE XS BRVN B OVA H5 54 CD8 ™ T 41l %6 6 K
KB E s, 295 & CDST 1 7% ,{HAE CD70 #5 3L H 32 35 /N AR T YIRS T 51% ,J5 4 =i/ ilb IFN-y B R TI6E, BE 5T
2HEFR B16-OVA g £ K IF H R R E )5 J5 # BB 1A 70% ROFR M T 4. UERH CD70 75 DCs R 1f S 2k MU FTHE T 5%
HMIE OVA JRIG S 52 3B IB B T — s B EE I e 1042 o 0B 2 5 RE AT R ML XS 9 IR M T B R T 52 We 2 51T DIETER
32 /N B ] = 285 TAM )i S5 IR PE TR gp-100 F1 B-Gal BISRRENH 32 , 76 TAM AbBEJS (955 8 K LCMV 7ERIZINL,
&I CD11c™ CD70tg; DIETER /NECRIRK DCs FERIMEFS S0 54 CD8 T 4l 430 IFN-y, I HAESR TR YL 56 5 Kz
BRAAS PR 78 xBTSl i /b . FRIGZ AT 980, CD70 722 DCs B FRIKRER MK CD8 ™ T 4i i if 32 5% 4k o B
PHEHIHORE RPN o NI B A 52 AR B T Rk LA CD70 TSR 2SR 40 ML AEFT % CD8 * T 4H L fiif 52
IFRRYEHRFA AR IE N

[ K & %%, X455 #H B, Keller AM, Schildknecht A, Xiao YL, et al. Immunity, 2008, 29( 6 ): 934-946. ]
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