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    Abstract

        We examined the regulation of mGlu2 and mGlu3 metabotropic glutamate receptor signaling prompted by the emerging role of these receptor subtypes as therapeutic targets for psychiatric disorders, such as anxiety and schizophrenia. In transfected human embryonic kidney 293 cells, G-protein-coupled receptor kinase (GRK) 2 and GRK3 fully desensitized the agonist-dependent inhibition of cAMP formation mediated by mGlu3 receptors. In contrast, GRK2 or other GRKs did not desensitize the cAMP response to mGlu2 receptor activation. Desensitization of mGlu3 receptors by GRK2 required an intact kinase activity, as shown by the use of the kinase-dead mutant GRK2-K220R or the recombinant GRK2 C-terminal domain. Overexpression of β-arrestin1 also desensitized mGlu3 receptors and did not affect the cAMP signaling mediated by mGlu2 receptors. The difference in the regulation of mGlu2 and mGlu3 receptors was signal-dependent because GRK2 desensitized the activation of the mitogen-activated protein kinase pathway mediated by both mGlu2 and mGlu3 receptors. In vivo studies confirmed the resistance of mGlu2 receptor-mediated cAMP signaling to homologous desensitization. Wild-type, mGlu2(-/-), or mGlu3(-/-) mice were treated intraperitoneally with saline or the mixed mGlu2/3 receptor agonist (-)-2-oxa-4-aminobicyclo[3.1.0]-exhane-4,6-dicarboxylic acid (LY379268; 1 mg/kg) once daily for 7 days. Inhibition of forskolin-stimulated cAMP formation by LY379268 was measured in cortical slices prepared 24 h after the last injection. Agonist pretreatment fully desensitized the cAMP response in wild-type and mGlu2(-/-) mice but had no effect in mGlu3(-/-) mice, in which LY379268 could only activate the mGlu2 receptor. We predict the lack of tolerance when mixed mGlu2/3 receptor agonists or selective mGlu2 enhancers are used continually in patients.
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        This work was funded by the Italian Ministero dell'Istruzione, dell'Università e della Ricerca [Grant PRIN 200728AA57].
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        ABBREVIATIONS: mGlu, metabotropic glutamate receptor; GPCR, G-protein-coupled receptor; GRK, G protein-coupled receptor kinase; FSK, forskolin; MAPK, mitogen activated protein kinases; (2R,4R)-APDC, (2R,4R)-4-aminopyrrolidine-2,4-dicarboxylate; LY379268(-)-2-oxa-4-aminobicyclo[3.1.0]exhane-4,6-dicarboxylic acid; GRK2-K220R, kinase-dead G protein-coupled receptor kinase 2 mutant; GRK2-Cter, C-terminal domain of G protein-coupled receptor kinase 2; HEK, human embryonic kidney; ERK, extracellular signal-regulated kinase; PTX, pertussis toxin; PH, pleckstrin homology; wt, wild type; ANOVA, analysis of variance; LY354740, (+)-(1S,2S,5R,6S)-2-aminobicyclo(3.1.0)hexane-2,6-dicarboxylic acid; LY404039, 4-amino-2-thiabicyclo(3.1.0)hexane-4,6-dicarboxylic acid.
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