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Abstract

AIM: To observe the effects of aFGF and TPK inhibitor
genistein on intracellular PKC and ERK activity in CCL229
cell line.

METHODS: The activities of PKC and ERK in cells induced
by different concentrations of aFGF (0.15 mg/L, 0.30 mg/L,
0.60 mg/L, 1.20 mg/L) and genistein (6.00 mg/L, 12.00 mg/L,
24.00 mg/L, 48.00 mg/L) were detected by incorporation
of [g-32P]-ATP into exogenous substrates.

RESULTS: The intracellular PKC and ERK activity increased
with aFGF in a dose dependent manner (P <0.05). When
the concentration of aFGF was 1.20 mg/L , the activity of
PKC in cytosol and PKC in membrane and ERK was 2.60, 2.79,
1.77 times higher than control group. Genistein suppressed
the intracellular PKC and ERK activity also in a dose dependent
manner (P <0.05). When the concentration of genistein
was 48.00 mg/L, the activity of PKC in cytosol and PKC in
membrane and ERK was 0.41,0.36,0.50 times higher than
that in control group, The activity of PKC and ERK decreased
apparently when the cells were treated with aFGF.

CONCLUSION: aFGF receptor in human colorectal cancer
cell line CCL229 possesses TPK activity. Tyrosine-specific
protein phosphorylation may initiate a cascade of biochemical

events, which may increase the intracellular PKC and ERK
activity.
Shang H, Zhang Y, Shan JX. Effects of aFGF and genistein on PKC

and ERK activity in human colorectal cancer cell line CCL229. Shijie
Huaren Xiaohua Zazhi 2003;11(9):1389-1391
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, aFGF
1.1 CCL229, , (P <0.05). , PKC
; aFGF : PKC ( 1)
Genistein, DMEM . (protamine) .
(myelin basic protein, MBP) sigma : 1 aFGF CCL229  PKC ERK (X+s, nkat/L)
[ ¥ -¥PIATP ? ( aFGF(mg/L) PKC( ) PKC( ) ERK
Beckman 1801 ), (UV310 ). 0.00 6.30 + 156 661+ 127 022 x 004
12 CCL229 100 mL/L . 100 kUL 0.15 6.63 + 1.69 730 + 223 024 « 003
. 100 g/L DMEM , 0.30 9.44 + 220° 1046 £ 209° 030 = 0.06°
37 °C, 50 mL/L CO,, 950 mL/L 0.60 11.39 + 212° 1332 + 1.81° 034 « 0.05°
CCL229 3 i 120 16.38 + 1.93° 1842 + 2.87° 039 x 0.07°
aFGF  (0.15 mg/L, 0.3 mg/L, 0.6 mg/L, 1.2 mg/L);
Gen (6 mg/L, 12 mg/L, 24 mg/L, 48 mg/L); aFGF+ % <0.05 vs
genistein . ,
, 2mL, 12 h 2.2 Genistein Genistein , PKC
, 15 i (40 /L), ERK , (P<0.05, 2.
aFGF, Genistein , Genistein
2mL. aFGF+ genistein Genistein 30 min 2 Genistein CCL229 PKC ERK (X s, nkat/L)
aFGF, 3 h PKC ERK
1.2.1 PKC Takai Genistein (mg/L) PKC( ) PKC( ) ERK
(2 mmol/L EDTA, 1 mmol/L EGTA, 10 mmol/L 0.00 6.30 + 1.56 6.61 + 1.27 0.22 + 0.04
Tris-HCI pH7.5, 100 mmol/L NaCl, 50 mmol/L NaF, 6.00 5.96 + 1.84 6.05 + 1.64 0.20 + 0.05
1 mmol/L PMSF, 0.01 my/L , 0.01 nmy/L , 12.00 504 + 1.44° 5.19 + 2.02° 0.17 + 0.03
0.01 ny/L , 50 mmol/L b- , 1 mmol/L 24.00 3.56 + 1.46° 3.40 + 1.21° 0.15 + 0.03*
, 0.9 g/L Brig35) , (100 000 g, 48.00 261 = 1.20° 2.40 = 1.08 0.11 + 0.02*
1h, 4°C), .
(2 mmol/L EDTA, 10 mmol/L EGTA, 20 mmol/L *P <0.05 vs
Tris-Cl pH7.5, 0.25 mol/L ), , L
4 C , (100 000 g, 1 h, 4 C), 2.3 Genlstel.n . aFGF Gen aFGF+ gen
PKC , PKC [y -ZPJATP , Genistein  aFGF+ Gen PKC ERK
PKC _ (P<0.05,  3).
, 3 , 20, 3 aFGF+Gen PKC ERK (X+s, nkat/L)
[ v -*P]JATP 30 i (25 mmol/L
10 m, 2.5 x 10 mol/L ATP 10 ml, 10 g/L protamine aFGF(mgL) Genistein(mg/L) PKC(_ ) PKC( ) ERK
2n, 1 mol/L Tris=HCI pH7.5 1in , HZO 7 m_), 30 °C 0.60 0.00 11.39 + 2.12 13.32 + 1.81 0.34 + 0.05
8 min, 25 i Whatman 0.60 6.00 10.25 + 1.9 1160 + 151 0.30 + 0.03
. 75mmol/L 3, 0.60 1200 820 = 2.06°  10.26 = 2.10°  0.24 = 0.01°
3 h, ) cpm 0.60 2400 5.47 + 156° 533 + 1.38°  0.14 + 0.02°
1.2.2 ERK 20 nL (3 ), 0.60 48.00 4.10 + 1.78° 3.46 + 1.52° 0.07 + 0.01*
10 [y -PPIATP (5 mmol/L MgCl,,
25 x 10" moliL ATP, MBP, 20 mmoliL Tris-HCI pH75, = %"
H,0) , 30°C 30 min, PKC 3
Xts aFGF :
(SPSS8.0 for Windows) ,
Student’ t [1-13] aFGF
, P<0.05 CCL229 PKC ERK , TPK
genistein , aFGF
2 .PKC /

2.1 aFGF CCL229 , PKC ERK
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