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Fully Sample Automated Preparation

Manual Sample Preparation (CLAM-2030)
Whole blood 50 L [ Whole blood 25 uL ]
IS solution* 25 L 2-Propanol/Water (=75/25) 20 L
Extraction buffer 350 piL Extraction buffer 155 L
IS solution* 12.5 uL *Internal Standard solution contains
[13C, 2H,)-Tacrolimus
| Mixing (60 sec.) [ Mixing (60 sec.) ] [1°C,, ?H,J-Everolimus
E [?H,,)-Cyclosporin A
== U [13C, 2H,)-Sirolimus

E | Centrifuge (15,000 x g, 7 min.) [ Filtration
Supernatant 200 uL
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Cyclosporine-A
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System : CLAM-2030 + Nexera™ X2 + LCMS-8050

Protocol . 2-Propanol/Water disp. 20 L - Sample disp. 25 L - Extraction buffer disp. 155 L - IS solution
disp. 12.5 pL - Mixing 1900 rpm, 60 sec - Filtration 90 sec

Column : DOSIMMUNE kit trapping column, analytical column

Mobile Phase : DOSIMMUNE kit mobile phase A, B

Time program . AFlow : 2mL/min (0-0.26 min) - 0.02 mL/min (0.27 - 1.21 min) - 2mL (1.22 - 1.5 min)
B Flow : T mL/min (0 - 1.5 min)
Valve position : loading (0 min) - analysis (0.28 min) - loading (1.2 min)

Column Temp. 1 65°C Injection Volume 210 ulL

Probe Voltage 1 2.5kV (ESI-positive mode)

Interface Temp. 1 200°C DL Temp. :250°C

Block Heater Temp. @ 200 °C Nebulizing Gas Flow : 3 L/min

Heating Gas Flow : 10 L/min Drying Gas Flow 110 L/min
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