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terminated and the resulting AMP was converted to adenosine by the addition of snake venom

nucleotidase. Unhydrolyzed cAMP was bound to AG1-X2 resin, and the remaining [3H]Adenosine
in the aqueous phase was quantitated by scintillation counting. Similar methods were used for Table 3: AN6414 & AN6415 show generally better PK
recombinant forms of PDE, however, cGMP was substituted in the case of cGMP specific enzymes. . .

Care was taken to assay each enzyme near the K of the cyclic-nucleofide for that isotype. parameters in mouse, rats & monkey than Roflumilast
Cytokine assays

TNF-a was assayed using human peripheral blood mononucleocytes (hPBMCs), purified from

whole blood by Ficoll separation. Cells were stimulated with 1 mg/mL LPS for 24 h, to assay TNFa iv. Dose PK Parameters PK Parameters
secretion, and with 20 pg/mL PHA 48 h to measure IL-4 secretion. Supernatants were harvested, o) oumeat | Aucionm —
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PDE4B-Cat was amp\i!\ed by PCR and cloned in lhe.pFrO‘EXHTA vector. Cell pellets from 16 x 0.8 P— Pr— o o P - P oy " o . ) )
hwere disrupted by nitrogen cavitation. After centrifugation, the supernatant was passed over a 2 AN6415 is phosphodlesterase super famlly
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