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This supplement provides details on the bioanalytical method used to measure plasma concentrations of enzalutamide in the phase I dose-escalation study [1], which was the first-in-human trial for enzalutamide. 
Plasma concentrations of enzalutamide were quantified by high-performance liquid chromatography with tandem mass spectrometry (LC-MS/MS) method that was validated in accordance with US Food and Drug Administration guidance [2]. 
To prepare the samples for analysis, a 100-µL volume of dipotassium ethylenediaminetetraacetic acid plasma sample was added to a 10 mL glass tube. A 10 µL volume of internal standard working solution (N-13CD3-enzalutamide in acetonitrile) was added to the samples. The samples were amended with 400 µL of an aqueous solution of 5% sodium bicarbonate, briefly vortexed, amended with approximately 5 mL methyl-t-butyl ether, and mixed thoroughly. The tube was centrifuged for 10 minutes to enable the organic and aqueous phases to separate, and the top organic layer was transferred to a new tube and fully evaporated under a gentle stream of nitrogen at 37°C. Samples were reconstituted with 80 µL of 40/60 (v/v) methanol/0.1% formic acid aqueous solution and briefly centrifuged, and approximately 15 µL was injected into the LC-MS/MS system for analysis.
The calibration standards spanned from 0.002 to 5.0 μg/mL, and the standard curve was described by a linear function with 1/y weighting. Six replicates of quality control (QC) samples were performed at each of the lower limit of quantification (LLOQ), low QC, medium QC, and high QC concentrations of enzalutamide. Intra- and inter-assay results demonstrated a relative standard deviation for QC samples to be ≤ 15% (≤ 20% at the LLOQ). Tests for dilution integrity demonstrated that enzalutamide measurements were accurate with sample dilutions up to 50-fold. 
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