Measurement of PF-4449613 in mouse plasma
[bookmark: _Hlk20303353]PF-4449613 is measured on a liquid-chromatography mass spectrometry system following a simple protein precipitation sample processing method. PF-4449613 stock was prepared in DMSO and diluted in acetonitrile to prepare a calibration curve. Standard concentrations were prepared ranging from a plasma concentration of 10,000 to 2 nM. To prepare the calibration curve, 5μL of standard was added to 25 μL mouse plasma and plasma proteins were precipitated with an additional 60 μL acetonitrile. Plasma samples were processed by protein precipitation with 65 μL acetonitrile. Plasma standards and samples were then vortexed and centrifuged for 10 minutes at 15,600 rcf at 4°C and 10 μL of the supernatant was injected onto the HPLC-MS system for analysis.
PF-4449613 was analyzed on a TSQ Quantum Ultra mass spectrometer with Surveyor HPLC system (ThermoFinnegan, San Jose, CA). The instrument was operated in electrospray ionization (ESI) mode in positive polarity. Instrument parameters were optimized by infusing PF4449613 directly into the ionization source. Quantification of PF-4449613 was done by selected reaction monitoring(SRM)of the transition of the parent (369.1 m/z) to the daughter fragment (176.1 m/z). Chromatographic separation was achieved using a Luna C-18(2) 50X2mm, 5u column (Phenomenex, Torrance, CA) and a gradient system of water(A) and acetonitrile(B), both with 0.1% formic acid (v/v). The initial gradient with a flow rate of 0.2 ml/minute was 10%B, increasing to 40%B from 3.33 to 4.33 minutes, then increasing to 95%B from 4.33 minutes to 6.33 minutes, holding at 95%B until 7.66 minutes and re-equilibrating at 10% B from 7.7 to 12 minutes. 


