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    Abstract

        Spirolactones are potent antagonists of the mineralocorticoid receptor (MR), a ligand-induced transcription factor belonging to the nuclear receptor superfamily. Spirolactones are synthetic molecules characterized by the presence of a C17 γ-lactone, which is responsible for their antagonist character. They harbor various substituents at several positions of the steroid skeleton that modulate their potency in ways that remain to be determined. This is particularly obvious for C7 substituents. The instability of antagonist-MR complexes makes them difficult to crystallize. We took advantage of the S810L activating mutation in MR (MRS810L), which increases the stability of ligand-MR complexes to crystallize the ligand-binding domain (LBD) of MRS810L associated with 7α-acetylthio-17β-hydroxy-3-oxopregn-4-en-21-carboxylic acid γ-lactone (SC9420), a spirolactone with a C7 thioacetyl group. The crystal structure makes it possible to identify the contacts between SC9420 and MR and to elucidate the role of Met852 in the mode of accommodation of the C7 substituent of SC9420. The transactivation activities of MRS810L/Q776A, MRS810L/R817A, and MRS810L/N770A reveal that the contacts between SC9420 and the Gln776 and Arg817 residues are crucial to maintaining MRS810L in its active state, whereas the contact between SC9420 and the Asn770 residue contributes only to the high affinity of SC9420 for MR. Moreover, docking experiments with other C7-substituted spirolactones revealed that the MRS810L-activating potency of spirolactones is linked to the ability of their C7 substituent to be accommodated in LBD. It is remarkable that the MRS810L-activating and MRWT-inactivating potencies of the C7-substituted spirolactones follow the same order, suggesting that the C7 substituent is accommodated in the same way in MRS810L and MRWT. Thus, the MRS810L structure may provide a powerful tool for designing new, more effective, MR antagonists.

      
Footnotes
	
        This work received funding from the Institut National de la Santé etdela Recherche Médicale (INSERM) and the European Symposium of the Aldosterone Council (ESAC).

      
	
        The Protein Data Bank ID code for the structure of MRS810L-LBD associated with SC9420 is 2OAX.

      
	
        Article, publication date, and citation information can be found at http://molpharm.aspetjournals.org.

      
	
        doi:10.1124/mol.107.036459.

      
	
        ABBREVIATIONS: SC9420, 7α-acetylthio-17β-hydroxy-3-oxopregn-4-en-21-carboxylic acid γ-lactone (spironolactone); RU26752, 7α-propyl-17β-hydroxy-3-oxopregn-4-en-21-carboxylic acid γ-lactone; LBD, ligand-binding domain; 18OVP, 18-oxo-18-vinylprogesterone; GST, glutathione transferase; PDB, Protein Data Bank; HEK, human embryonic kidney; MMTV, mouse mammary tumor virus; MR, mineralocorticoid receptor.
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