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Mobile phase . A, Supercritical fluid of CO, Choline 1000 pg/t 0.07 22
B; Modifier: Methanol containing 20 mmol/L Acetylcholine 10 pg/L 0.07 5.7
ammonium formate / water =95/5 (v/v) :

Time program : BConc.10% (0 min) = 25% (10 min) — Acetylchol{ne 100 pg/t 006 4.2
50% (10.1-12min) — 10% (12.1-15 min) Acetylcholine 1000 pg/L 0.07 6.0

Flow rate : 2.5 mL/min

Column temp. . 40°C

Injection volume clul

BPR pressure : 10 Mpa (x1,000,000)

BPR temp. 0 50°C 154

Detector : LCMS-8050 (ESI, MRM mode) 1

Make-up : Methanol

Make-up flow rate  : 0.2 mL/min 1.0

MRM transitions : (+) m/z104.1>60.1 (for choline) ] Choline
(+) m/z146.1>87.1 (for acetylcholine) 05— Acetylcholine d
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Vessel 2 02mL (1 pL sample was added to filter paper)
Extractant . A: Supercritical fluid of CO,
B: Methanol containing 20 mmol/L ammonium
formate / water = 95/5 (v/v)
A/B=9/1 (v/v)

Flow rate : 2.5 mbL/min

Extraction time . Static (0-3 min) - Dynamic (3-6 min) -
Static (6-8 min) - Dynamic (8-11 min) -
Static (11-13 min) - Dynamic (13-16 min)

BPR pressure : 10 Mpa

Extraction temp. - 60°C

Time program : BConc. 10% (16 min) — 25 % (26 min) —

50% (26.1-28 min) — 10 % (28.1-31 min)
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