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    Abstract

        Microsomal epoxide hydrolase (mEH) plays an important role in the detoxification of a broad range of epoxide intermediates and has been reported to be decreased during diabetes and fasting. The signaling pathways involved in the regulation of mEH expression in response to insulin and glucagon were examined in primary cultured rat hepatocytes. mEH protein levels were increased 2- to 6-fold in hepatocytes cultured for 1 to 4 days, respectively, in the presence of insulin. Concentration-response studies revealed that insulin concentrations ≥1 nM resulted in increased mEH protein levels. The phosphatidylinositol 3-kinase (PI3K) inhibitors wortmannin or LY294002 [2-(4-morpholinyl)-8-phenyl-4H-1-benzopyran-4-one], and rapamycin, an inhibitor of p70 S6 kinase phosphorylation, ameliorated the insulin-mediated increase in mEH protein levels. The p38 mitogen-activated protein (MAP) kinase inhibitors SB203580 and SB202190 also abrogated the insulin-mediated increase in mEH protein. Treatment of cells with glucagon, 8-bromo-cAMP, or dibutyryl-cAMP for 3 days resulted in decreased mEH protein levels. Pretreatment with the protein kinase A (PKA) inhibitor H89 (N-[2-(4-bromocinnamylamino)ethyl]-5-isoquinoline) prior to glucagon addition markedly attenuated the glucagon effect, implicating PKA signaling in the regulation of mEH expression. These data demonstrate that insulin and glucagon regulate, in an opposing manner, the expression of mEH in primary cultured rat hepatocytes. Furthermore, these data suggest that PI3K and p70 S6 kinase are active in the regulation of insulin-mediated mEH expression. We also provide data implicating p38 MAP kinase in the insulin-mediated increase in mEH levels. Moreover, cAMP and PKA are implicated in mediating the inhibitory effect of glucagon on mEH expression.

      
Footnotes
	
          
          ↵1 Abbreviations used are: mEH, microsomal epoxide hydrolase; PI3K, phosphatidylinositol 3-kinase; PKC, protein kinase C; PKA, protein kinase A; MAP, mitogenactivated protein; ERK, extracellular signal-regulated kinase; JNK, c-JUN NH2-terminal kinase; H89, N-[2-(4-bromocinnamylamino)ethyl]-5-isoquinoline; LY294002, 2-(4-morpholinyl)-8-phenyl-4H-1-benzopyran-4-one; SU6656, 2-oxo-3-(4,5,6,7-tetrahydro-1H-indol-2-ylmethylene)-2,3-dihydro-1H-indole-5-sulfonic acid dimethylamide; SB203580, 4-(4-fluorophenyl)-2-(4-methylsulfinylphenyl)-5-(4-pyridyl)1H-imidazole; SB202190, 4-(4-fluorophenyl)-2-(4-hydroxyphenyl)-5-(4-pyridyl)1H-imidazole; PD98059, 2′-amino-3′-methoxyflavone; SP600125, anthra[1,9-cd]pyrazol-6(2H)-one; Br-cAMP, 8-bromo-cAMP; DB-cAMP, dibutyryl-cAMP; LDH, lactate dehydrogenase; PBS-T, phosphate-buffered saline containing 0.05% Tween 20; TBS-T, Tris-HCl-buffered saline containing 0.05% Tween 20; PDK-1, 3-phosphoinositide-dependent protein kinase-1; ARE, antioxidant-responsive element.
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