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U859, Western blot 255 % Bl TNF-o #]3#J5 30 min, TNF-a 21 F1 TNF-o + PDTC 2 IxBa 8 FH ik [ (3 070.0 £39.0) ws
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TNF-o inhibits SDF-1lx secretion in cultured fibroblasts through activating
NF-kappaB signaling pathway
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[ Abstract | Objective To determine the effects of tumor necrosis factor-a. (TNF-o) on the biological
behaviors of cultured fibroblasts and its relevant nuclear factor-kB ( NF-kB). Methods  Mouse embryonic
fibroblasts (MEF) were cultured and treated with TNF-a¢ or TNF-a plus pyrrolidine dithiocarbamate ( PDTC)
respectively. Cell proliferation were analyzed by CCK-8 method and flow cytometry. The levels of IkBa in the
cytoplasm were examined with Western blotting and immunofluorescence staining. The secretion of SDF-1a was
measured through ELISA. Results  TNF-a promoted the proliferation of MEF in a concentration-dependent
manner, the result of CCK-8 showed that the absorbance in TNF-a group was significantly higher than that in
TNF + PDTC group and control group( P <0.05). Immunofluorescence staining showed that IkBa was mainly
distributed in the cytoplasm, and fluorescent intensity of IkBa in the TNF-a group was decreased significantly
when compared with control and the TNF-a + PDTC group. Western blotting indicated that the expression of
IkB both in the TNF-a and TNF-a + PDTC group was dropped to a minimum value in 30 min after treatment
(3070.0+£39.0ws 1421.7+£75.3,3212.2+£57.5vs1468.2 +45.8, P <0.05), then gradually increased
and restored to near normal level around 4 h. The expression of IkB in TNF-a + PDTC group was significantly
higher than that of TNF-a group (3 112.3 £89.7 vs 2 610.4 £26.9, P <0.05). The secretion of SDF-l1a in
MEF was decreased upon the treatment of TNF-o (15.9 £1.6 vs 12.7 £0.6, P <0.05), TNF-o + PDTC
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group excerted opposite effect (23.5 £3.2 05 15.0£1.2,21.6 0.4 v5 12.7 £0.6, P <0.05) and improved

SDF-1a secretion. Conclusion
fibroblasts through activating NF-kB pathway.
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DA H 26 1K BE < TR /R 4G
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MEF $50F 6 {LAN, fil & B2 ik 60% N 347 0Lk b 2L,
12 h JE2r AL 5,50 ng/ml () TNF-o BEAT R, 4K 25
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TNF-o fR#F T HHMIIG 5, Seit o0 BT A 2 25 5% (P <0.05) . 1
1£ TNF-o + PDTC AbBEL , 5[] — B AH 55 X5 R ¥ & TNF-o0 2 L1
% ,0D HHHE T, FBERIT%E5(P<0.05), MWIME
TNF-o + PDTC 4 ¥R, 5% 24 48 h fEFIRIJG , OD {H/K ¥
SIS T, ASHIFEL(P<0.05), WFKL,
2.2 IkBa R AFEE

M HIE TR R IkB o F84AE T AR N, 40 A%
Yo RE A, 03t 2 L B BEE 4T, 5 %) BRI TNF-o +
PDTC 40 Eb4 , TNF-o K3 5 BCET 4 A0 A 40 i )5t Y IkBa U4k
G PE RIS (E 1),
2.3  Western blot # IkBa & & %34

4 E 50 ng/ml 1Y) TNF-oo B 3 58 2T 4E 40 il J5,0. 5 h
TNF-a 41 ¢ TNF-a + PDTC 2045 B IxBa 25 4 22345 7K F B 4t
FAAR , TNF-o 20 T RSN R o Bl TNF-o 3030 fR) 9 2 4
IkBo AR B K F R WK K, 5 4h B LA E EH, 76
TNF-o Jill 384 1 AN 55 Ft vy, TNF-o 41119 IkBa 7 [ 2 3K KT
X FTINF-o + PDTC 41, [F]— B AH 55 L8R, 22 53 3 (P <0.05)
WK 2,3 2,

®1 AEHKE TNF-o3f MEF EEBSE[ D(450) % =]

TNF-o #¢J3 (ng/ml)

251
0 5 25 50 75 100

TNF-a 41

24 h 0.60 +0.05 0.66 +0.07" 0.68 +£0.04" 0.78 £0.102" 0.87 £0. 102" 0.86 £0. 102

48 h 1.42 +0.09 1.45 £0.20" 1.31 £0.052 1.31 £0. 08" 1.39 +0.06" 1.31 £0. 122
TNF-o + PDTC 41

24 h 0.60 +0.05 0.28 +0. 022 0.31 +0. 022 0.36 +0.022 0.44 £0.042 0.34 £0.06*

48 h 1.42 +0.09 0.57 +0.112 0.54 £0.09° 0.63 £0.06° 0.67 +0.102 0.58 +0.072

a: P<0.05, 52 48(0 ng/ml) tb3g;b: P<0.05,%5 TNF-a + PDTC 283t 4%
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A af 28 ;B TNF-a 41;C . TNF-a + PDTC #8;A1 B1 ,C1:5 DAPI & & & 9 4%

1 IkBafBERILLE
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1~6:4%£00.5.12.48h;A; TNF-a £8;B:TNF-a + PDTC 41
2 FREERLEBERTEMAN kBa EEHRIE

®2 TNF-oRIH/E kBa BEEREKFEU(KEM, v +5)

Fisf ] TNF-a 41 TNF-o + PDTC 4
0 3070.0 £39.0 3212.2 £57.5
0.5h 1421.7 £75.3% 1468.2 +45.8?
1h 1673.9 £79. 54 1 848.9 £96.22
2h 2245.6 £51.32 2624.5£67.2°
4h 2610.4 £26.92 3112.3+89.7
8h 3057.8+19.9 3245.3 £71.9

a:P<0.05,%5 Ong/ml 28145 ;b. P <0.05,%5 TNF-a + PDTC 483t 4%
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a:P<0.05,%5 0 ng/ml ZL11%5 ;b: P <0.05, %5 TNF-o + PDTC 21}k 4%
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