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Fig.1 Expression of PEMT2 in pemt2-cDNA transfected
hepatoma cells (H)and pLNCX transfected hepatoma cells (C)
(a) Immunocytochemical micrographs showing the expression of PEMT2
( %x250). The cells were fixed onto a slide, then first and second
antibodies were applied sequentially, then avidin linked with alkaline
phosphatase was added, and the bands were visnalized by NBT/BCIP
treatment. (b) Morphometric scanning results of Figurela. The control
arbitrarily was set as 100. € vs H, P<0.01 (n=3).
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Fig. 2 Expression of PI3K in pemt2-cDNA transfected
hepatoma cells (H) and pLNCX transfected cells {C )
(a) Immunocytochemical micrographs ( x 250). (b)) Morphometric
scanning results of Figure 2 a. The control arbitrarily was set as 100. €
vs H, P<0.01l (n=3).
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Fig.3 Expression of Akt in pemt2-¢cDNA transfected
hepatoma cells (H Jand pLNCX transfected hepatoma cells (C )
(a) Immunocytochemical micrographs ( x250). (b} Morphometric
seanning results of Figure 3a. Cvs H, P<0.01 (n=3).



2004; 31 (4) EwivESEYhELE

Prog. Biochem. Biophys. * 347 -

2.2 RT-PCR %R
R —BEH EAREE, JATFIA RT-PCR &
AEL T B AR BL A perat2 B L0 B aki B E FRIE
Bl 4a AGTEA (C) 57 LA () 4T

{b)
2 000 bp B

Akt &
GAPDH |

Relative intensity/%

akt ZEK FEE RT-PCR P“YIRIEIRG . &4 7]
s pemt2 TGP o F2 0 B ake BE K] Y F008 LU R
AWRHET, Xt PRk [ A g R 5
P, A PEMT2 i3 08 #08] T ake 2 7R Rk ~F
fFs. B 4b 2B 4a T EVREFR S TSR

120

100+

40

20

Fig. 4 RT-PCR results showed the expression of Akt in pemt2-cDNA transfected hepatoma cells ( H )
and pLNCX transfected hepatoma cells (C)
M1: DNA maker DL 2000; M2: 100bp DNA ladder marker; (a) Electrophoretic graph of RT-PCR products. (b) Densitometric
scanning results of Figure 4a. Cvs H, P<0.01 (n=3).
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Fig. 5 Apoptosis evidence provided by flow cytometric analysis

Cells were trypsinized and treated with propidium iodide to label the nuclear DNA and analyzed by flow cytometer.

(a) Control,

rat hepatoma cells transfected with blank plasmid pLNCX; (b) High expression clone of rat hepatoma cells transfected with pemt2-

o

¢DNA. The appearance of apoptotic peak marked by “a”.



* 348 ¢ VML S YRR

Prog. Biochem. Biophys. 2004 31 (4)

Table 1 FCM assay of cell distribution in cell cycle

Phase of cell cyele Control/ % High expression clone/%
Phase G1 53.1+8.2 66.3+21.6
Phase $ 34.7 £9.7 14.3 £4.4"
Phase G2 9.9+6.0 14.2 +8.8

PpP<0.01 (n=8). The cells were treated with propidium iodide to
lable nuclear DNA and cell cycle parameters were determined with a flow

cytometer ( Coulter ) at 630um. Data shown are the percentage

distribution of cells in cell cycle (x +s). Control group was rat hepatoma
cells transfected with blank plasmid pLNCX.
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Overexpression of PEMT2 Inhibits PI3K and Akt Expression
in Rat CBRH-7919 Hepatoma Cells™
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Abstract

In order to unravel the mechanism of inhibition of the cell proliferation induced by overexpression of

PEMT2., the cell clone transfected with pemt2-cDNA was constructed and the effect of overexpression of PEMT2 on

PI3K/ Akt signaling pathway was investigated by the methods of RT-PCR, immunocytochemical and flow eytometry.
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The results show that the overexpression of PEMT2 could inhibit the expression of PI3K and Akt, and induce cell
apoptosis. The results indicate that the down-regulating of PI3K/Akt signaling pathway could, at least partly,
account for the inhibition of hepatoma cell proliferation induced by overexpression of PEMT2.

Key words  phosphatidylethanolamine N-methyltransferase-2 { PEMT2 ), phesphatidylinestal-3-kinase ( PI3K),
protein kinase B CAkt}, hepatoma, apoptosis
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