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Effects of MAPK inhibitors on phosphorylation of Smad2 /3

and nuclear translocation of Smad4 in HSCs
Jiang Yufeng Wu Chao Wu Jiajun et al
( Dept of Pharmacology The First Affiliated Hospital Anhui Medical University Hefei 230032)

Abstract Objective To investigate the effects of three MAPK inhibitors on phosphorylation of Smad2/3 and nu-
clear translocation of Smad4 in TGF-1-activated hepatic stellate cell ( HSC) . Methods HSC was isolated from
normal rat liver by using collagenase IV and pronase—¥ digestion in situ and continuously cultured in vitro. The cells
in log phase were pretreated with ERK inhibitor ( PD98059) JNK inhibitor ( SP600125) and p38 inhibitor
( SB203580) in corresponding group respectively then activated by TGF81. The protein expressions of phospho—
rylated ( p) Smad2C pSmad2L. and pSmad3L were measured by immunoprecipitation( IP) and western blot assay.

The protein expression and intracellular localization of Smad4 were assessed by cell immunofluorescence assay.

Results  The protein expressions of phosphorylated Smad2C  Smad2l. and Smad3L. were feeble in quiescent
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HSC while markedly increased by TGF-1 stimulation. The two concentrations of p38-specific inhibitor (1 3
wmol /L) and low concentration ERK-specific inhibitor ( 1 pmol/L) had no significant effect on the phosphorylation
of Smad2/3; the high concentration of p38-specific inhibitor ( 10 pmol/L) significantly down—regulated elevated
pSmad2C by TGF-31; the two concentrations of ERK-specific inhibitor (3 10 wmol/L) could remarkably de-
crease elevated pSmad2C by TGF-31; the three concentrations of JNK-specific inhibitor (1 3 10 wmol/L) inhib-
ited the phosphorylation of Smad2C Smad2L and Smad3L stimulated by TGF-81. All three MAPK-specific inhibi—
tors suppressed increased nuclear translocation of Smad4 protein in TGF-1-stimulated HSCs. Conclusion The
phosphorylation of Smad2/3 and nuclear translocation of Smad4 might be induced by TGF-1 via activating ERK
JNK p38 pathways in HSCs.
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