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Effect of MEKI1 inhibitor PD98059 on the signal transduction of Tec in HepG2 hepa-

toma cells

ZHENG Ji-jun', WANG Ge', DENG Jing', YANG Jin’, WANG Hong-zhong', HU Qing', LI Zeng-peng’, WANG
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Abstract. Objective To investigate the effect of MEK1 inhibitor PD98058 on Tec and ERK2 in HepG2
hepatoma cells. Methods The expression of mRNA and protein of Tec and ERK2 in HepG2 cells was detected
by immunocytochemistry assay. After various concentration of PD98059 treatment, the expression of Tec and
ERK2 mRNA in HepG2 cells was detected by RT-PCR and Western blotting. Results Tec and ERK2 ex-
pressed highly in HepG2 cells. PD98059 obviously inhibited the expression of mRNA and protein of Tec and
ERK2 in a dose-dependent manner, in which 40 pmol/L of PD98059 exhibited the strongest inhibiting effect.
Conclusion PD98058, as MEK1 inhibitor, can inhibit Tec, block the signal route of Ras/Raf/ERK and to
impede the signal transduction in HepG2 cells. Tec may be the signal protein in the upper stream of Ras/Raf/

ERK in hepatocarcinoma cells and is supposed to interact with the signal way of Ras/Raf/ERK.
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(D JFF 93 40 B Bk HepG2 40 ph A o O SR R AR AT s @bt
N i 4T R ERK2 ( Cell Signaling 23 7] ) s Q251N $ ro B 4T
{& Tec( Santa cruz 4> @) ; @PDI8059 i il 7 ( Cell Signaling 7%
i) :@ES R B R A BB (LA
) , b E SR A R R IC AL ( Santa Cruz 247]) :(©
S-P s Ak R 1 & (At 5ol A 14 |l) s @RT-PCR kit
(Takara 437 ) ; @ % Yik 7] & ( Pierce) ; @R 47 5| 84 1L 5 %
HEAEWA G AN, Tec 2 L5149 :5'-TAC AGC CGC TTC
AGC AGC AAA TC-3'; F il 4:5'-CCT TCA ACT GGC ATC
AGC TAA CAT-3";ERK2 J3L[H L 5|4 .5’ -TCC AAC CTG CTG
CTC AAC ACC AC-3'; Fife5]47:5-CAC TCG GGT CGT AAT
ACT GCT CC-3'; GAPDH L {i# 5| #1: 5'-GAA GCT GAA GGT
CGG AGT CAA CGG-3', Fiff514:5"-AGG TGG AGG AGT GGG
TGT CGC TGT-3'
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N JFFH8 40 bk HepG2 40 A A & 10% /v 1L 37 i) DMEM B
FedE, B 37 °C 5% CO, WEAA IS 3%, BEFR M0 1% WAL (HEE .
X ) ,36 ~48 h (518, f{RATH 0. 25% MR L.

PDI8059 7 Cell Signaling 43 & &h , Lk DMSO 75 fi# 5 i 47
F -20 C %1, 288 0 SO , B v S 56 iR I 5 7
e —E IR B 2 W FE . HepG2 41 A in A 7 PDOBOSY )
FE SR AR SERE 35 48 h IS ARUCGHEATLA T SR8 . Sy R MR A
F1 PDIS0S 4bFHAH ., b FAL AR 4 PDOBOSO 44 He I 43 g 3
#H L ENLEFE 1 4 (10 wmol/L) FIALF 2 21 (20 pmol/L)  AbH 3
#H (40 pmol/L) F4H I 3 1L, 25 RECE YA
1.3 %% fmpafe

e R ¥E KR HepG2 0% RP T & 2538 1 i) 6 fLERA,
R, TR AN M AR I 2 e, BOH B R, PBS 2R bl ik,
95% Z Wi 30 min, i PBS PE/E A 4 CUKFI& . R
Fi Al 2 e (0 B 0 A5 TR R 1% S-P AR & 1L BT
1.4 RT-PCR

Wi 4l HepG2 4, R FH Trizol — 5 B4 HLE RNA . 3% 5%
(RT) K & % 10 pl, MgCl, 2 ul, 10 x RT Buffer 1 pl, Rnase
Free dH,0 3.75 pl, dNTP( 4% 10 mmol/L) 1 pl, Rnase Inhibitor
0.25 pl,0ligo-dT-Adaptor Primer 0.5 pl(1 g/L),AMV Reverse
Transcriptase 0. 5 wl,RNA BE&y 1wl f i %4%:30 C 10 min,
42 C 30 min,99 C 5 min,5 C 5 min 1 4/~ {fF#H. PCR &I : £
10 wlfy) RT R =40, A 5 x PCR Buffer 10 I, K718 K
28.75 pl, LiiE4% R4k PCR 514 0.5 l, Fi#ds 514 PCR 514
0.5 wl,TaKaRa EX Tag™ HS 0.25 pl, {§#%&{F:94 C 2 min,
94 °C 30 s,54 C 40 5,72 °C 1 min, 3t 35 G, B PCR /=4
5 wl,Buffer 2 w1, 2% A Bl i B 058 E b UK , 28 SR AT B B2 45 1
LA 1545 F1 GAPDH 41738 44 ) W ' i BB (A A EE (RLR
B 5 FR mRNA 19 ik KF T E = i
1.5 Western blot # | PD98059 % HepG2 #m e, ¥

Tec .ERK2 %& & #4 47 4] 4£ A
AR 1 x SDS 4 fifd 24 % # [ 50 mmol/L Tris-CI( pH 6.8) ,

100 mmol/L DTT,2% SDS, 0. 1% {5 ¥, 10% H i ] %4 %, 8
LR, SRS 7E 4 °C,10 000 r/min, &0 10 min, b 7§
Bradford 3 4 (1 & fit, SR J5 A 2 x SDS | BE 4% phifk, i
5 min, &0, FFEF) 8% SDS-PAGE eitfrriik. 54 CTTFH
$e AR (5 ) PVDF B, SRS B — BULERE K b £ IR 7R
4 h, SERTEDRRCH HREE 1 h, RS A ROEEH
K, X LR EATIROE B E R BRI T
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AN HREHECEL 1)
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#WATE &L C A aclin A ik
E3 PDY805Y 3t ERK2 Tec S HHSIEH

3 itig

Tec J& 1990 4, Mono % 76 0 55 I S82 i, A/ BRUIF
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MAPK {555 4 53 [ S — A% S S 110 008] 4 240 i 34 4=
FUA TS 54 il % . ERK by 22 2§/ 75 2 iR
L , 2 Ras/Rafl/ERK {5 %538 B b () XS 8 41 47, Ras/
Raf/ ERK 3l J 1 S 895 215 S 7F HCC (9% R TR
BMEBRREHEFEEZT L """ . Toyoda M A L1L |
988 3 R IE 35 % B4 20 h ERK1/2 (9 363k B i 1, R 3

TR LU ERK/2 (R0 & e THE L o0 3 b e
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