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Introduction Efficient Separations of Highly Polar Purine Metabolites Standard Microplate Enzyme Assay and LC/MS Conditions Comparison of Kinetics Between Brain and Liver and Recombinant GDA
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the deaminase catalytic site. 29 Competitor (A) 2.6 um SPP Aqueous C18 LC Conditions 50 mM Bicine pH 7.8, 5 pg/mL BSA, varying Guanine or 8-azaGuanine. :i; $ assays. The Km values for. bovine tissues are much lower
* In mammalian brain, high enzymatic levels are in telencephalic brain regions; very low levels 20 - | Columns: 2.1 x100 mm o Reaction at 25°C for >15 minutes, typical volume of 100 pL 2 2 than the assayed recombm.ant human enzyme, Km of 6.2 +
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 Available assays have poorly characterized analytical specificity, reproducibility and sensitivity, pmol injected. - o
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widely), and inhibitor characteristics. Selective Detection of Enzyme Reaction Products Using SRM in the lon Trap -- -
To measure tissue enzyme levels, follow purification processes, define enzyme kinetics and effects of B E Famed e
inhibitors, highly specific and sensitive methods would be useful. Direct generation of product xanthine E m - Ca e E i T\
uses fast separation of highly polar purine metabolites by a new reversed-phase material, HALO® AQ- | T k’"“x%_%
C18. High sensitivity and selective detection uses selected reaction monitoring (SRM) LC-MS/MS. 260000 ITMS [50-200 m/_z] — 28.0 1, Precursor lon 151 m/z 260001 TMS [106.00-110.00 m/z] 120 1 Product lon 108 m/z Panels A-D represent steps taken for selective detection of the | | I S I aar e e B e et et A" ke baat? Aeattantes sty -
Analytical benefit was assessed across a range of substrate concentrations, in the presence of known | )fg%fi)sz ?me xanthine inj 25017 0! )1<'0C7(2_ 100 A’ifgli/longsu 108.01 enzyme reaction product, xanthine and 8-azaxanthine. Panel A * o o
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