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LC-MS measurement of 7α-hydroxy-4-cholesten-3-one (C4)

Material
LC-MS grade methanol (Biosolve BV, The Netherlands), LC-MS grade ammonium acetate (Sigma-Aldrich, USA) 

Methods
[bookmark: _GoBack]One hundred microliters of serum and 2 ng of internal standard (7α-Hydroxy-4-cholesten-3-one d7, Santa Cruz Biotechnology, USA) in 40 µL of methanol were mixed and extracted as previously reported (Lenicek et al 2008). Purified sample was dissolved in 50 µL of 75% methanol, 15 µL were injected on HPLC system (Dionex Ultimate 3000, Dionex Softron GmbH, Germany) equipped with Hypersil GOLD column (150x2.1 mm, 3 µm, Thermo Scientific, USA) and SecurityGuard column (Phenomenex, USA). Sample was eluted with methanol:water:ammonium acetate (flow rate 0.3 mL/min) at 40°C. While ammonium acetate concentration was kept at 0.1% (w/v) at all times, methanol concentrations (v/v) were as follows: 1.-8. min 82 %-90 %; 8.-10. min 90 %; 10.-12. min 99 %; 12.-17. min 82 %. Triple quadrupole mass spectrometer (TSQ Quantum Access Max with H-ESI II probe, Thermo Fisher Scientific, Inc., USA) operating in SIM mode served as detector. Transitions used for monitoring of C4 and internal standard were: m/z 401.4  177.3, 401.4  383.6 and 408.4  184.3, 408.4  390.6, respectively.
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