Derivation for uncertainty of calibrators

[1] Preparation of the working standard solution

1. Wssolution (100 pg/mL)

Add 1 mL of reference standard of AP to a 10 mL volumetric flask with methanol.
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Add 1 mL of reference standard of 4HA to a 10 mL volumetric flask with methanol.
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2. W solution (10 pg/mL)

Add 1 mL of W5 solutions of AP and 4HA to a 10 mL volumetric flask with methanol.
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[2] Preparation of the calibration standard solutions

1. Cisolution (1000 ng/mL)

Mix 0.5 mL of W solution and 9 x 0.5 mL of blank urine.
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2. Czsolution (500 ng/mL)

Mix 1.0 mL of C; solution and 1.0 mL of blank urine.
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3. Cassolution (200 ng/mL)

Mix 2 x 0.5 mL of C; solution and 3 x 0.5 mL of blank urine.
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4. Cssolution (100 ng/mL)

Mix 1.0 mL of Cz solution and 1.0 mL of blank urine.
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5. Cssolution (50 ng/mL)

Mix 1.0 mL of C4 solution and 1.0 mL of blank urine.
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6. Cs solution (20 ng/mL)

Mix 2 x 0.5 mL of Cs solution and 3 x 0.5 mL of blank urine.
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7. Cssolution (10 ng/mL)

Mix 1.0 mL of Cg solution and 1.0 mL of blank urine.
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8. Cssolution (4 ng/mL)

Mix 2 x 0.5 mL of C; solution and 3 x 0.5 mL of blank urine.
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[3] Dilution
Each calibration standard solution (100 puL) was mixed with mobile phase A (50 puL) and IS (50 uL) in a

1.5-mL polypropylene tube following the Preparation of Urine Sample step.
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