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Regulatory effect of TNF-a on the expression of PAI-2 in epidermal keratinocytes
LIAN Xiao-Hua, YANG Tian (Deparment of Cellular Biology, Third Military Medical University, Chongqing 400038, China)

Abstract: Objective To investigate the regulatory effect of TNF-« on the expression of plasminogen activator
inhibitor 2(PAI-2) and its biological significance. Methods Using immunocytochemistry (ICC), terminal-deoxynu-
cleotidyl transferase mediated end labeling (TUNEL) and ICC TUNEL double-label methods, the expression of PAI-
2 in and the apoptosis of the cultured epidermal keratinocytes treated by TNF-a were detected. Results  After the
mouse epidemal keratinocytes were incubated with TNF-o, compared with the unshed cells, the expression of PAI-2
in shed cells and the cellular apoptosis increased obviously. The increased PAI-2 expression also appeared in the ap-
optotic cells, especially in larger and multi-angled apoptotic cells. Conclusion In highly differentiated epidermal
keratinocytes, TNF-a can enhance the expression of PAI-2 as well as apoptosis. Furthermore, according to the rela-
tion with the keratinocytes apoptosis, there are wo types of PAI-2 induced by TNF-a, one of which is related to apop-
tosis, but the other is not.

Key words: plasminogen activator inhibitor 2; TNF-a; keratinocyte; regulation of expression

2 (Plasminogen activator B INFa KC
inhibitor 2, PAT-2) (Keratinocyte, PAT-2 ,
KO s
1
KC .
S KC 1.1 AH5E
s PAI-2 KC 21d (
) ), DMEM F12 .
TNF-« KC (GIBCO), (TUNEL ) (Pro-
KC meg )+ TNF-a ( ).DNA I (DNase 1 )(
’ ’ )s PAEF2 (American dianostica )s
KC » SKALP .DAB ( ).
1.2 fmfa RAX BAE X3S 5
(39870390 30270671) . y
(1965 ), 21d , Hennings ,
. (023)68752264 KC , 10% FBS/DMEM. 5d
, E-mail; tiany @163 net 0.25% , .

5 2003:01-10; . 2003-04-10 10% FBS/DMEM



1070 25

1.3 334k KC B BLE tmif d 4k 32 2 ) & 1.7 %t FEaHa
3d KC TNF (10 ng fnD 400 ) 6 TUNEL. ICC
TNF-« . 6.12.24.48.72 h, ) =) ,
D-Hanks . 4% )
TNF-« KC
2
KC »4% 2.1 TINF-a 3]s & & B KC PAL-2 & a9 451
15 min, , 2ml 0. 01 mol/L PBS TNF-a ) KC
(1X 10° D, 100 ~1 , , PAF2 ICC L , KC
—20C .TUNEL . TNF-« , PAI2 .
1.4 % mie A & (Immunocytochemistry, ICC) KC TNFa 18h , PAF2
, (P<0.05) TNF-« 24h ,PAI2
30 min  ABC ICC, PAF2 25 ttg /ml, (P<0.0D, ,
. DAB ’ L.
( ). PBS .
PAL2 . KC. % “ %
1.5 TUNEL #: ) n o ﬁ‘ » Q
0.1% Triton X-100 2 min; 25 11 ' ‘;’f‘ & »‘
TUNEL ( dNTP : T 4
.37 C 1l 2541 Comverter AP ( ), ©. X 4
37 C 30 min; 2541 NBI/BCIP 12 min. L 5 o
TUNEL TUNEL o~ ¢ ‘
,TUNEL . D]tfase I 10 min KC .- ;p‘r )
TUNEL A: Treated without TNF-o; B; Treated with TNF-« for 24 h
1.6 PAI-2ICC 5 TUNEL )iI_ZRUT#’Id'J 1 3d  KC PAF2 ICC  (ABCX 400)
[7 ’ PAF2 ICC, TUNEL Fig1 Immunocytochemical results of PAI-2 in the cells shedded
, ICC  TUNEL . . from 3-day-cultured KC (ABCX 400)
1 TNF-« , KC PAI-2 ICC/ (n=6. cell/mm? %, ¥+s)

Tab1 Results of PAF2 ICC and apoptosis in murine epidermal KC as well as their shed cells after treatment with TNF« at different time
points( = 6, cell/mm?% %, x+s)

Culture o timeCh)

6 12 18 24 48 7
Cultured KC
Control 2.240.13 3. 440.11 4.340. 21 3.940.35 4.0 40.63 4.2+0. 57
Treating with TNF 3.040.51 4.140.29 3.840. 13 4.840.75 2.86+0. 69 3.140. 15
In the celk shedded from culturel KC
Control 5.640. 13 4.940.18 6.041.9 5.740.32 5.1 +0.46 6.311. 8
Treating with TNF« 6.0+0.48 5.8+0.21 10.3-+0. 46 30.440.21 % 20.7-0. 33 15.40. 16 **
%, P<0.05, **; P<<(.01 vs control
2.2 INF-o 34 fR 395 KC BL%E 2m e B T8 15 R 0.05). s
TNF-« , KC TUNEL » INF-a 24h
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2 TNF-« ) KC (n=6, cell/mm?, %,x=xs)
Tab 2 Results of apoptosis in murine epidermal KC as well as their shed cells after treatment with TNF-« at different time points(n=6 cell/mm? %, x+s)

Culture o time(h)

6 12 18 24 48 2
Cultured KC
Control 0. 89+0.32 1.3+0.27 1.47+0. 53 1.6 10.63 1. 1+0.39 1.4+0. 62
Apoplosis 1.0 £0.23 1. 8+0.69 2.1+0. 55 1.740.14 1. 4+0.85 1.5+0. 51
In the celk shedded from cultured KC
Control 1.8 £0. 14 2.340.53 2.140. 21 2.440.32 1. 740.52 1.940. 46
Apoplosis 2.1 +0. 11 3.240.32 5.240. 67" 10.140.19 " 6.340.14 * 5.540. 41"

*: P<<0.05 vs control
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