Chromatographic conditions for reverse phase LC-MS

One pL of reconstituted standards or 5-7 pL of reconstituted sample was injected onto an Ascentis
Express C18 HPLC column (2.7 um x 15 cm x 2.1 mm; Sigma Aldrich). The column oven and autosampler
tray were held at 30°C and 4°C, respectively. The following conditions were used to achieve
chromatographic separation: buffer A was 0.1% formic acid; buffer B was acetonitrile with 0.1% formic acid.
The chromatographic gradient was run at a flow rate of 0.250 mL min as follows: 0-5 min: gradient was
held at 5% B; 2-12.1 min: linear gradient of 5% to 95% B; 12.1-17.0 min: 95% B; 17.1-21.0 min: gradient was
returned to 5% B.



