
Determination of VD2+VD3 in Infant Milk Powder

1. Range of Application

It is suitable for the determination of VD2+VD3 in infant milk powder

Reference standard: GB 5009.82-2016 National standard for food safety -- 
Determination of vitamins A, D and E in food

2. Preparation of Solution

VD2 standard stock solution：W eigh 10mg of VD2 accurately, dissolve it with pure ethanol 
to 100mL solution containing 100μg/mL. Transfer it to a brown vial and refrigerate it at 
-20℃. It is valid for 3 months.

VD3 standard test solution：W eigh 10mg of VD3 accurately, dissolve it with pure ethanol 
to 100mL solution containing 100μg/mL. Transfer it to a brown vial and refrigerate it at 
-20℃. It is valid for 3 months.

3. Steps for Extraction

Weigh 1g sample in the 50mL centrifuge tube with label, then add 5ml 50% ethanol 
solution and 5 ml n-hexane. Mix well and eddy for 5min, and centrifuge for 2min at 9000r/
min. Take the supernatant to be purified. Add 5ml n-hexane to the residue and extract it 
again. Centrifuge at 8000r/min for 2min, then combine the above supernatant. Blow with 
nitrogen to dry at 40℃, and add 2-3ml methanol to dissolve residue and to be purified.

Unless otherwise stated, the results shown in this test report refer only to this sample 
tested. The report can not be copied without the permission of Welch Materials.
Add: #168 Shuanglin(S) Street, Jinhua, Zhejiang, China
Tel: +86-579-82795008                                                       Email: info@welchmat.com

50% ethanol solution: measure 50ml ethanol and 50ml water, mix well.

4. Steps for SPE Purification

SPE  column：Welchrom® BRP  Specification：200 mg/6mL 

VD2+VD3 mixed standard test solution：Transfer 1mL of VD2 and VD3 standard stock 
solution respectively to 10mL volumetric flask. Dissolve it with pure ethanol to the scale 
to have a solution containing 10μg/mL. Transfer it to a brown vial and refrigerate it at 
-20℃. It is valid for 1 months.



6. Chromatographic Condition

Column：Welch Ultisil® XB-C18, 4.6×250mm, 5μm 

Unless otherwise stated, the results shown in this test report refer only to this sample 
tested. The report can not be copied without the permission of Welch Materials.
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Washing：clean the tube with 5mL methanol, then collect the effluent.

Elution：add 5mL methanol, then drain the column and collect the above effluent.

Concentration: put the eluent in a water bath at 45℃ with nitrogen blown to dry, then 
add methanol to have a constant volume of 2mL.  Filter it with a 0.22μm filter head as 
the HPLC  sample to be tested on the machine.

5. Precautions

1) The loading process should not be too fast, please keep at 1mL/min;
2) Spike level: add 0.2mL10μg/mL mixed standard solution to 1g sample to receive the
spike level of 2.0mg/kg. Have a constant volume of 2mL with machine datum of 1mg/L.

Mobile phase:  acetonitrile: methanol (10:90)

Sample loading：collect the effluent after loading all the purified liquid.

Activation：5mL          methanol, discard the effluent 

3) During the process of sample processing, avoid ultraviolet light and sample contact
with oxidizing substances as far as possible.

Column temperature：30℃ 

Injection volume：20 μL 

Wavelength：265 nm 

Flow rate：1.0 mL/min 

7. Chromatogram or Result of Spike Recovery Rate



No. Peak Name Rt Area Height Area Asymmetry Resolution Plates 

2 VD3 12.252 1.198 5.637 51.83 n.a. 0.93 21972 

Unless otherwise stated, the results shown in this test report refer only to this sample 
tested. The report can not be copied without the permission of Welch Materials.
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Fig. 1. Chromatograph of 1mg/L standard reference of VD2+VD3  
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1 VD2 11.700 1.114 5.469 48.17 1.71 0.99 21697
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Fig 2. Blank chromatogram of infant milk power sample 
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Fig    3. Chromatogram of infant milk power sample spiked at 2.0mg/kg 
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8. Ordering Information

Unless otherwise stated, the results shown in this test report refer only to this sample 
tested. The report can not be copied without the permission of Welch Materials. Add: 
#168 Shuanglin(S) Street, Jinhua, Zhejiang, China
Tel: +86-579-82795008 Email: info@welchmat.com

Tab. 2：Spike Recovery Rate 

Name Spike(mg/kg) Recovery Rate(%)  RSD%  N=3

Infant milk power(VD2) 2.0 86.0 4.45

P/N Product Specification

00522-20014 SPE column Welchrom® BRP, 200mg/6mL, 30pk 

00000-30016 50mL Centrifuge tube with 
screw conical base

00000-30113 15mL Centrifuge tube with 
screw conical base 100 pcs/pk  

00824-31001 Welch SPE instrument

00821-32291 Caps and septa
Pre-slit red PTFE/white Silicone septa, 9mm blue short 

screw-thread polypropylene cap, 6mm centre hole, 100/pk  

00821-40927 Sample vials
2ml wide opening short screw-thread vial with write-on 

spot, clear, 11.6*32mm , 100/pk   

00101-21043 HPLC column Xtimate®C18, 4.6×250mm, 5μm 

00802-02201 Syringe filter Import NY,13mm×0.22μm,100pk 

5 pcs/pk 

12 ports square cylinder  

Infant milk power(VD3) 2.0 82.3 4.64


