Metabolite Profiling Using Human Hepatocyte Co-cultures and UHPLC-QTOF-MS with Data Independent MS/MS
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To nvestigate a high throughput workflow for metabolite pro.fllmg using a novel 4 o major human circulating and excreta metabolites, 1.Three (3) major human circulating and excreta 1.Two (2) major human circulating and excreta
B aaal system ke a.dvz.anc.ed UHPLC-MS/MS techniques to accurately four (4) acyl glucuronides, 4’-hydroxy and 5-hydroxy metabolites S-methyl-dihydro-ZIP(M9), OX-AA (M4), and metabolites, PNU-142586 (M4) and PNU-142300
oredict human metabolite profile in vivo. diclofenac, were identified in human hepatocyte co- N-dealkyl ZIP sulfone (M1), were identified in human (M6), were identified in human hepatocyte co-cultures
Methods cultures as major or significant component (Figure 1). hepatocyte co-cultures (Figure 3). as major or significant components (Figure 5)
Diclofenac, linezolid, and ziprasidone (ZIP) (@ 10 uM) were incubated with human 2.Diclofanec quinone imine identified as an intermediate in ~ 2.Minor human metabolites M2, M3, M3a, M4a, M5, M6, 2. Minor metabolites M2, M10, M11, M12, M13, M14,
HepatoPac™ co-cultures at 37 °C in a 24-well format. Samples were collected at 0, human AME study was identified in human hepatocyte M7, M8, and M10 identified in human AME study were M15, M18, and M19a were also identified in human
4,48, and 168 h. co-cultures (Figure 1). identified in human hepatocyte co-cultures (Figure 3). hepatocyte co-cultures (Figure 5).
An AB Sciex APl 5600 TripleTOF mass spectrometer equipped with a Shimadzu 3.Four (4) new hydroxydiclofanec glucuronides were also 3.A new minor metabolite M6a (Figure 4) was identified in
Nexera UHPLC was used to analyze incubation samples using TOF-MS and SWATH. identified in human hepatocyte co-cultures (Figure 2). human hepatocyte co-culture. Figure 5. Structures of Linezolid Metabolites
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Spectrum from 2013Aug12_BlockB_Neg SET1218.wiff (s...S*2 of 479.2 (100 - 2000) from 6.419 to 6.454 min g e minor metabOhteS found In human AME StUdIeS for the three
Incubation and Sample Preparation 600 R 486.0396 CE . compounds tested. New metabolites were also identified in
ydroxy-diclofenac |
500 266.0161 ) 488.0379 2 0ed |
. . . . . . . | d = .
Diclofenac, linezolid, and ziprasidone (@ 10 uM) were incubated with human > a0 es010 glucuronice A N JJ, I human hepatocyte co-cultures
. . . = ' | 420 425 430 435 440 445 450 455 460 465 470 475 : .« eg -
HepatoPac™ co-cultures at 37 °C in a 24-well format. Incubations with stromal =~ § a0 %% 17 0as Mass/Charge, Da 2. The TOF-MS and data independent SWATH acquisition
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