Add 1500 μL of the extract solution containing the isotopically labeled internal standard mixture to the sample. After vortexing for 30 seconds, the solution was sonicated on ice for 30 minutes. Then, it was incubated at -40°C for 1 hour and then centrifuged at 4°C for 15 minutes. The supernatant was then separated and transferred to a new glass vial for analysis. All supernatants were mixed to prepare quality control samples. LC-MS was performed using a UPLC BEH Amide column coupled to a Q Exactive HFX mass spectrometer with a UHPC system. 25 mmol/L ammonium acetate and 25 mmol/L ammonia hydroxide in water and acetonitrile formed the mobile phase, and an elution gradient was used for analysis. The injection volume was 3 μL, the column temperature was 25 °C, and the autosampler temperature was 4 °C.
