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X SGC-7901 A 5 ¥ 41 K 1 %2 i
Akt MERE

WE BBy AR B kmek g sk SGC-7901 A § 9% 4 i 4k 4% B F-«kB (nuclear factor kappa B,
NF-«kB) #2153 5 4% § 5 4 i 7% B T (signal transducers and activators of transcription 3, STAT3) 48
TR Fm, Fik vA SGC-7901 A § J& % JLtk A AF 75+ %, # 3 NF-«B ( RelA/p65 ) -PECFP #»
STAT3-PEYFP #4k,4: 4 £ SGC-7901 A B HZ &t ,LPS ®# 5, B A K B ek 7y T, A KB EIER
e ZHBHA e R L IWIRE AN T NF-kB 72 STATS e mie P X ZA/FR, R £ LPS
R %G ,NF-kB F= STAT3 6948 ZAF A ¥ 3%, A R B 4mek 7 T35 ,NF-kB = STAT3 948 Z 4 A 9] 28,
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ABSTRACT Obijective
tor kappa B (NF-kB) and crosstalk between signal transducers and activators of transcription 3 (STAT3)
in SGC-7901 human gastric cancer cells. Methods  SGC-7901 human gastric cancer cell strain was
taken as subjects. The vectors of NF-kB ( RelA/p65)-PECFP and STAT3-PEYFP were constructed and
transfected in SGC-7901 human gastric cancer cells. Cells were then intervened by MLR after stimulated

To observe the effect of Modified Leweiyin Recipe (MLR) on nuclear fac-

by LPS. The crosstalk between NF-«kB and STAT3 in cells was detected using fluorescence resonance en-
ergy transfer and co-immunoprecipitation. Results  After LPS stimulation, the crosstalk between NF-xB
and STAT3 was enhanced. But it was significantly weakened after MLR intervention. Conclusion = MLR
could treat precancerous lesions of gastric cancer and prevent the occurrence of gastric cancer possibly
by blocking the crosstalk between NF-kB and STAT3.

KEYWORDS Modified Leweiyin Recipe; nuclear factor kappa B; signal transducers and activators

of transcription 3 (STAT3); crosstalk
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tor kappa B, NF-«B) Al {5 5 1& & 5 e 5% Jih 1
(signal transducers and activators of transcrip-
tion 3, STAT3) RAE(F Tk 5 MR A= K JGFEAH A
FRAR R TIMIE 2 P BT FdRg R 2 1
BHE. Hoprifss £ ,NF-«B 5 STAT3 WA HAEH
(crosstalk ) K RIG 148 P 5 A [m) Jil Je % 728 B XL
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nance energy transfer,FRET) Fl 43 L0 3E £ AR
FEAR AR 7% NF-kB Al STAT3 AHEAE R0,
AR B AR ELAE P 9 b B2 2 35 1 o pIL ], o A =
BRI R BB A FR L

5%

1 Ziffakk  SGC-7901 A Jw 40 il iy vp [ Bl
B BHLTR 5 55 ) R JRZ D At R J  fit

2 Ziy RBETOmW (EU L2 P E
AR EAT A4S EAE, A E Oy 2:2:1:1:1:
1), KIRHL 2 h 5, KR 2 K2R S T E vk
455 1 g/mL,3 000 r/min, &> 5 min, B 3, KF
J54 CoHefrfEs .

3 FEAH RPMI640 (#t'5:8114307) JiG4-
i (#t*5: 13776154 ) ¥ 7 GIBCO /3 ], Lipo-
fectamine2000 (Invitrogen, #it5-:886073 ) , fi s It
TR c-myc Bk BPr GFP Hiik sl F San-
ta.Roche, “EHi G AP B F LICOR, & H
Marker Il T- Fermentas., 063t 5 M 55 55 MW T
NEST Aw], ToHFER BRI A & B IR e e o]
WOAF G T RARA: AR (db ) B IR A F] . Protein
A +G Agarose Il T3 2 RAEYHE AT,

4 FEALE  FEAREBNEOELR £ (FV1000) ,
Bio-Rad Mini-PROTEAN & 1 H1, 3Kk A M %% B & 48
(BIO-RAD, %) ,Odyssey WAL AMEOL AL 2 5
(LICOR,ZH ), CO, K54 (Thermo, £ [H) , L
2.0 AL (eppordorf, [ )

5 #{k#HE NF-«xB ( RelA/p65 )-PECFP,
STAT3-PEYFP E&FKR IR EE . S50 == JRARAT
4 STAT3-cmyc .p65-PEGFP L }2 PEYFP .PECFP
AR, W IR BRI AT WU, STAT3 & PEYFP
i) A EcoR Tl Apa 1 f§VI{ 1, p65 K PECFP
w51 A BamH 1 1 Hindd 1 B0 437 5, 58 e [l i, 46
16, A R BEE AT 4 4, FE 5 1L 3] DHS o [ Z K
WAFF B R B IR L R R R AR e Pk R B R R
PR T AR TR OB D) 4 Y, SR A I
) SR 45 7T o

6 AIMIREIR X2 T 1 SGC-7901 A JR 4 i
BERPT 25 mL K530, A & 10% Jifi 24 1ML 3% 19 RP-
MI-1640 55373 , 76 37 C 5% CO, 41 F LH K%,
FRANALAL XA A K I, 75 AN SO 3 A iR ko
6 FLAR R TR, AT G SRS 55 o A 6 FLAR T, A
LPS(1 pg/mL) B3, X 5% B 5% 8 1k vk 75 vh 24
T

7 fEbRA

7.1 FRET ¥ p65 1 STAT3 {4 H.1EH
R PR S R o K A M A O T R
FAREFRNLIG , 53 ) G AR 244 ( p65-PECFP) | 3Z &
A& (STAT3-PEYFP) DL J% [R) B % He A1 {4k i1 27 14 2%
Ao FFFa A AR AR TE A ABOE I & A E
TE RN 3Z (ATE T (1) 18] R, B0 52 R SRR TE LA R S
SZARBR I T Z AR E W B R, LR AR 2 AR [ e
SR YL AR HEMAOR G T I HE AR A 18 R AR
T Z AR AR R A AREOR G T M s E A
SRR A Z A A EAE

7.2 REILGTEEORK I p65 F1 STAT3 [ 4H
AR SRARBEIITIRH ARG . KA 6
fLARH, 235 k% 4 STAT3-cmyc F1 p65-PEGFP,
D AL A N = R N2V N T v Bl T =0 e X
JfL, B0 e R T AR AR, R A LR ARG
1 h, 2.0 5 min, IR, SR b i S H . B
20 pL FH—EH, 2 x EAEZE R -20 CFf .
P 4 Wi 44 7m 300 pL PBS }%2 15 ulL Protein A + G
Agarose. 4 CZEFEE1 h, B, InART
c-myc Piiksk bt GFP ik, -4 C, ZigH KT %
B0, W4 Protein A + G Agarose, BEIRTLTEN A
SDS-PAGE HiJk FAEZE mhilk SR DLVE, Ml /K 5 LA
HEES: FH T SDS-PAGE Hijik .

# R

1 FRET Kzl NF-xB 5 STAT3 [ AH B /E R 45
(K 1.2) p65-PECFP FiI STAT3-PEYFP il i) %
PEA T AiE AR TR, 45 LPS fillids , 44
TR VERIE AT AR, LR ARG S T 1E
1M H FRET MfEFH 2L E 4% (& 1D) ,FRET 1y
BB JETEAMMAZ s (B 1E) , WA S 2 R 1 B 2
5387, FRET 2 A 7E40MIA% N (CFP 5 YFP &k FRET
(BRI R 5. 2767 nm, RIEIFRER @I B AF) o R
BNy T 1, A 2R A0 R e I 7 2Rk (1
AHEAEFEGE IR TR (E 2) .

2 ALY R NF-«B Al STAT3 (IAHE.
YERZES (B 3)  STAT3-cmyc Fil p65-PEGFP #iAkz
REYIE AANAR)S 76 LPS BB T, &4 90iE N, STAT3
55 p65 KAAE AR, 85 GFP Hiiicks p65-PEGFP fi
HEEVUE T K, A4 STAT3-cmye — & ILKE T
ko FHE T cmye Pk R IR S p65 AHEAE A
STAT3 iy, 458/~ LPS Hi 5, p65 #1 STAT3 )
AHEAE FsGaR , T 25T 80 , HAHEAE RS o
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A A HEARBOR B AT B RS B A EMA R W2 (RE IR 15 ; C N 32 Rk 1 52 1 8
1% ;D JKEH Y FRET SE i FRET MIRCE  F Atk 52 Ik 1 iE 55
E1 LPS /5 NF-kB 5 STAT3 MIABEAEH ( x1000)

TE A G R B BHASE IE % B AR B2 MGE T 18 5 C 2 MR B9 2 1A 8
1% ;D WREHY FRET SE S FRET AU F itk 5 2 kny s
2 HZ TG NF-xB 5 STAT3 A E/EM ( x400)

Wi

IR B YNIR 7 2 2 K i PRSI B A5 I 40 H Y
2577, 07 T L2y K R KD EAT AR
AR, J7 PR R 25 MBI 5 k1L 25
FIAR EL2h, g U@ s 20 AT AR e 25, i T A

SRS A SN2, W AR S O 2 A
R E T 2 255, % PLGC BA #1997 3%

NF-kB & —Ff #% 5% S 5 1, 70 7L s 9 b % LA
RelA (p65)/p50 — R &JE X 7776, NF-kB 1) RelA
(p65) W7 5 B 2 i 2% VI A o6, # BIRAE T,
NF-«kB#1 il Bl T (inhibitor of kappa Ba, I-kBa )5
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B3 Ll s AR NF-xB 1
STAT3 [AH 1

NF-xB 45 GIEE Gk, JF B 5 T NF-«B 4% & fif
55, il NF-xB 4 TANMR . 24 NF-«B {55
i A2 A M AE DA R F RS L 1-kBa #E kB B
fitf (IKK) I VE R T &A= i R Ak, 8 1 /K i, i NF-xB
TR MG S A A N, 58 S
AT KA A, R s KR g . NF-«B
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Z AR A7 7E T3 A0 W FpAE DB 20, — 2 oK B 1R 1L 1
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T EiR kB, A E R H NF-«B 3k
STAT3 19 1% 4k o] 7 b By 1k 4% 4iE [a] i 988 % J&8 1)
AP U B AE A PE IR B R, M) STATS 99 1L,
NF-kB HH & BT 87 G328 oy 2205 2 B i, DA T BEL BT 26
SRE [ I o JRE 11 (HUR WF IR0 2 W 52 A ] NF-
kB o STAT3 i % 45 XF 1E 40 M ok 21 21 7= A= &l 1E
FAUTS A0 T ANk gk 25 IL-6 L A0 T S b

FHAE 1. DI, $TH% NF-«B Al STAT3 (1940 H.AE FH 2
RELYBT Firr 58 T2 Jld 170 i 2 SR g . AR 2oy, 0 ] FRET
G g LTI AR & B, 28 LPS H35 ,NF-xB Fl
STAT3 A EAE g 98, 2R B KR J7 T , NF-
xB 1 STAT3 (AH T A F B S sk 55 , & B 5% B8 Won i
J5 Al g ad BHL I NF-«B Al STAT3 # [ i) 19 3¢ H.AE
B 203697 PLGC, Hilly B e A B H 1 o
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