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Fig.1 Expression of pl5 in transfected cells
(a) Analysis of p15 gene by PCR. a: 100 bp DNA marker; &, ¢,
d, e: Clones of MLIK2, 6. 8. 9 which are transfeced with pXJ-41-
p15; f, g: Clones of MLCI, MLC2 which are transfected with pXJ-
41; h: Control of HyO. (b) Analysis of p15 protein by Western blot.
a: A375; b, c: Clones of MLIK6, MLIK8 which are transfeced
with pXJ-41-p15; d, e, f, g: Clones of MLC3, MLC4, MLCL,
MLC2 which are transfected with pXJ-41.



+ 200 -

M LC2 15 Ay % B 24 40 .
2.2 PMA KERAMERT p15 Fik/kFF0 PKCIETERIFNM

HOOHE A K30 MLIK6 40 i, F 100 ug/ L )
PMA YEM 72 h JGH#EUR R A, HRISE L R %
Wy, SAINZyn AL fiAHE, PMA 42 72 h
I MLIK6 4 p15 28IA K HILEE —20 LT}
(1 2a).

O 04 K I MLIK6 F1 MLC2 40 e,
100 v/ L [ PMA 75/ 72 h J5 il 52 PKC i&E. 5z
BOEH, P 24 0 23 a5 AN I 2 RN 2 4 i AH
b, PMA ¥ fig 040 4 Mz (9 PKC ¥ il o5 v, =
M LIK6 40 g PKC 3 PESp il B 5 24, MLC2 4 iy
N HI N 81. 13%, MLIK6 40 i o (1 40 i %
$195.01% (P< 0.05) (& 2b).

31 151 1

w 12F
g

S 9-
. 14 P

E o
o

3._

L
a b MLC2 MLIK6

Fig.2 The level of p15 protein (a) and the PKC activity
(b) after treatment with PMA for 72 hours in cells
a: MLIK6; &6:MLIK6+PMA. O:control; [J:PMA.
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Fig.4  Analysis of flow cytometry (FCM) of gells after treatment of PMA (100 pg/L) for 72 h
(a) MLIK6+PMA; (b) MLIK6; (c) MLC2+PMA; (d) MLC2.
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Fig.5  Analysis of fluorescence of cells stained by Hoechst33342 after treatment of PMA (100 pg/L) for 72 h
(a) MLIK6+PMA; (b) MLIKG6; (¢) MLC2+PMA; (d) MLC2.
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Fig.6 The level of Caspase-3 (P20) in cells
after treatment of PMA (100 pg/L) for 72 h
a: MLIK6; b: MLIK6+ PMA.
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Abstract The plasmid pXJ-41-p15, which contains the full length DNA coding for pl5 was introduced into
human melanoma cell line A375 in which pl15 was deleted by DNA recombination and transfection. Using G418,
the positive clones were selected. And the cell model overexpressing pl5 was constructed successfully through
the analysis of PCR and Western blot. It is showed that the expression of pl5 was further enhanced after the
cells overexpressing pl5 were treated with PMA for 72 hours. In contrast of the control cells, the PKC activity
was further declined in the cells overexpressing pl5 after treated with PMA. At the same time, the growth rate
of cell was decreased more significantly and approximate 30% apoptotic cells were found. The expression of
Caspase 3 (P20) was increased in the apoptotic cells. It is indicated that CKI pl5 was related to PKC signal
transduction in the regulation of cell proliferation and apoptosis. They may be involved in the apoptotic pathw ay
including Caspase3, thus inducing the apoptosis of cells.
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