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Secretion of tPA in differentiation of epidermal keratinocyte

LIAN Xiao—hual, YANG Tianz, CAI Shaxi ( "Key Laboratory for Biomechanics and Tissue Engineering of Ministry of Education, Chongging
University, Chongging 400044 *Department of Cell Biology, College of Medicine, Third Military Medical University, Chongging 400038 China)

Abstract: Objective To explore the changes of plasminogen activator (tPA) secretion and its effects on epi-
dermal keratinocyte (KC) differentiation. Methods The immunocytochemical method (ICC) and enzyme-linked im-
munosorbent assay (ELIBA ) were used to detemine the tPA amounts in culture supernatant as well as on cell surface
of the differentiated mouse KCs cultured in high-calcium medium. Results The KC differentiation marker keratin 10
was stiongly expressed 24 h after KCs being cultured in high-calcium medium, and a laige amount of secreted tPA
was detected in culture supernatant. A decrease in the amount of secreted tPA in culture supernatant and an increase
in the anount of cell surface-associated tPA were found after the KCs being cultured for 24 h, but the decrease and
the increase could be inhibited by L-arginine. Conclusion The tPA, secreted in the processes of KCs differentia-
tion, can bind to the KCs surface through its lysine sites, and promote the tPA secreation.
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Tab1 Changes of tPA in supernatant of keratinocytes cultured in high-calcium medium (ng)
0h 24h 48 h 72 h 9% h F P
Control 0.03-£0. 01 41.31£1.56 20.61£1.16 14.04£1.23 15.60=1. 47
Without Lrarghine g0 0.0340. 02 120.4440.02 "4k 73142.20 AL 35 16418 AM 35354159 49444 0.000
Control 0.030. 01 29.26 +1.02 27.0+1.63 26.25+1.56 27.3741. 48
With Lrarginine H-Ca2 0.10-£0. 12 117.1644.87 *4A 94 00+ 3.26 “4h g8 5043.14*  89.0252.97 2489.79 0.000
%%, P<{0.0L vs the previous time-phase; A P<0 0l, vs control
2 Ca?' KC tPA (ng
Tab 2 Changes of cell surface-associated tPA on the surface of the keratinocytes cultured in high-calcium medium (ng)
0h 24h 48 h 72 h 9% h F P
Control 1.82%0. 13 2. 1510. 20 3.3220.21 3.3720.19 3.4110.26
Without I argiine H- Ca2t 2.114+0. 17 1. 320, 12 37.22-50.00 “AA  91.18+3.85 “Ah  90.6543.43 855. 39 0.000
With Lrsnginine Con}rol 1.18-20. 09 1. 55+0. 13 1. 20,16 1.940.18 1.8840. 14
H-Ca2t 1.60+0. 18 1. 27+0. 07 5.2940.39 6.3840.47 5.9440.46 174. %4 0..000
*%; P<0.0l, vs the previous time-phase; A, P<< 0. 001, vs control
3 Ca%" KC Ki10
Tab3 Quantitative analysis results of K10 expression in keratinocytes cultured in high-calcium medium
0h 24h 48 h 72h 9% h F P
Withou L anghine Control 1.98-0. 16 2. 0540. 17 ) 1.894 0.1 2 1.9340.17 ,« 1.9040.21
H- Ca2" 2.1440. 21 4.3140. 38 5.2740.49 ** 6.87+0.53 5.76+0.50 111. 96 0.000
With L angiine Control 1.870. 13 1. 96+0. 16 1.8840. 13 1.890. 14 1.9240.17
H-Ca2t 2.06+0. 19 3. 570, 2344 3.65 H). 2244 3.780.24 AA 3.71 +0.26 A 132. 76 0.000

*%. P<0.01, vs control; AA. P00l vs without L-arginine
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A: Medium with high-calcium (1. 5 mmol/L); B: Medium without

calcim (control)
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Fig1 Immunocytochemical analysis of keratin 10 in mouse keratino-
cyte cultured for 24 h  (SABCX 400)

A: Medum without L-arginine; B: Medium with L-arginine
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