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Vitamin D2| YHtHMol 2EM 2 N

gy dEH 22 YA E U Agilent 1290 Infinity Il high speed pump (G7120A)
25-hydroxyvitamin D2, D3(25-OH D2 & D3) 1990 Infinity Il multisampler (G7167B)

CHARME RLEZ S Solf T EL|CH : — .
LC/MS/MS= Vitamin D CHAFAFZ Q| Agilent 1290 Infinity [l multicolumn thermostat (G7116B)

Melst Mafnt 22| 2 gt diHoz Analytical column Agilent InfinityLab Poroshell 120 EC-C18, 2.1 x 50 mm, 2.7 ym,
22| ABE|O|ELICE RN L colurn (939775 907)
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H HMEx 8l = 7t
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PPTE 7} 31| e 0j D‘|—'?—§ frit0| Agilent 6460 Triple Quadrupole LC/MS with Agilent Jet Stream
S S0 YSLICH MM E CHEe MS/MS == Dynamic MRM
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«  Agilent Captiva EMR—Lipid 96-well
plate (5190-1000); (5190-1001 [5/pk])

»  Captiva 96-deep well collection plate,
1 mL (A696001000)

*  Agilent CaptiVac vacuum collar
(A796) X gasket kit (A796G)

»  Agilent Captiva 96-well plate cover,
10/pk (A8961007)

*  DuoSeal 96-well plate seal, 10/pk
(A8961008)
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H2.07H =X Ll 25-0H D2 X D3 AEH| AL ety 3 UM (2 aC s=0M n=6)
zM A
25-0H D2 25-0H D3
ClO|E{ = MassHunter M 24 HMetz(%)  %RSD  MSTZ(%)  %RSD
ATEQN 2 Ha|st Lt S==0h) S==00
M| HEM D1/ SEAMS Day 1
E6ff &2 25-0H D2, D3(s HA LLoa 97.2 47 106.8 9.9
10-750ng/mL)2| AEM R? gf Hel= La 97.8 58 104.1 5.9
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0| 2HO|RAELICE Captiva EMR—Lipid 7t uLoa 1043 29 100.1 15
25-0H vitamin D2 EZ61X| Q=Ct= Dav 3
22 A HBL7| 28l postspiked A2k Tt .
LHE BE==E 23X Q1= prespiked @H LLoa 91 56 1094 81
A2 E o|23d)| acel Hrl 3|+ La 929 4.8 93.2 54
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MS/MS precursor ion scan(m/z = 184)
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50ng/mL S0/l 25-0H D2, D3C2
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H = postcolumn infusion

HEZ postcolumn infusion2 24
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. U.S. Department of Health and Human
Services (HHS), Food and Drug
Administration (FDA), Center for Drug
Evaluation and Research (CDER),
Center for Veterinary Medicine (CVM).
Guidance for Industry Bioanalytical
Method Validation, 2001
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25-0H D2 25-0H D3
HH 22(%) MLl 3| +2(%)
10 ng/mL 106.4 4.8 106.3 10.2
20 ng/mL 88.8 95 94.2 9.2
30 ng/mL 90.8 5.0 94.7 6.3
250 ng/mL 96.9 14.6 96.6 4.2
500 ng/mL 97.1 115 100.1 95
750 ng/mL 96.9 6.4 100.3 5.0
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