15 1 Vol 15 No.1
1997 1 CHINESE JOURNAL OF CHROMATOGRAPHY January 1997
*
( 300050)
(HPLC) VD , HPLC
R HPLC 94.88% ~ 99.70% , cv 1.62% 2.12% .
8 VD s VD
: D, ,
0658/TS2
(10pm, 30cm X 4mm ),
1
UV254nm, 0.05Aufs,
D(VD) (1: 1), 0.8%, 1.5mL/m in.
70 2.4
(HPLC) VD[‘], :Cis (10pm,30cmx 4mm), uv
@) 254nm, 0.01Aufs, (98:
G.4) 2, V/V), , 0.7mL/m in.
VD 2.5 VD
HPLC , ; VD.
3, ( ) VD
2
2.1 3
(W aters ), ,
3.1
.KOH vD ;
ve AR . Ds, 10mg, HPLC ;
100mL,- 21C VD> ,
2.9 13.20m in. 60uL, 12.50~
1SmL( 5q) ’ 14.50m in ( 1-a). ,
I5mL. I5mL.VC 0.4¢.KOH7.5g, 100uL g HPLC
75T 30m in. . VD
N 15mL. SmL 45m L >
10m in , VD , 0.8%
VD ,
3.2 VD
45m L ’ 3 59 HPLC ,VD, VDs;
KOH 50m L. 75mL.55% 75mL 9.-05min( 1-b),
50C VD> VD
, , VD> VDs,
200uL 9.03m in
2.8 VD ( 1-¢). s
* :1995-10-17, :1996-01-27



o 44 15
9.03m in s s VD, 0.1,0.2,
9.03m in VD. VD, 0.3,0.4 0.5mL 10mL,

, VD s 9.03m in VD. 10, 20, 30, 40 50ng, s
3.3 VD (r=0.9999).
x . :
b =3
2
vy
=g
748
=
e wy ™
18 B
1 ( VD )(a).
Cis VD: (b) ()

Fig. 1 Chromatogram of milk extracts on silica ( eluate collected containing vitamin D is indicated by arrows) (a),

standard of vitam in D2 on reversed-phase column( b) and fortified milk( collected as in b, on reversed-phase column) (c).
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The Determ ination of Vitamin D in Fortified M ilk and
Other Foods by High Performance L iquid Chromatography( HPLC)

Wu Huaichun, Cheng Hua, Tian Jiarong and W ang Xisheng
(Institute of Hygiene and Environmental Med icine, Academy of Military Medical Sciences, T ianjin, 300050)

Abstract An HPLC procedure for determ ination of vitam in D(VD) in fortified m ilk and food has been devel-
oped. The samples were saponified by adding KOH, ethanoland vitam in C at 75°C for 30m in. The digest was
extracted w ith hexane in multistep manner. The extract was washed w ith 5% KOH, distilled water and 55%
ethanol, and evaporated under reduced pressure at 50C. The residue was dissolved in hexane, transferred to
a coentrifuge tube, evaporated under N2 and then dissolved in 200uL m obile phase. The latter was injected in-
to a silica column(10um, 30cm X 4mm ) for cleanup, eluted with m ixture of cyclohexane-hexane containing
0.8% isopropanol and detected at UV 254nm. VD fraction was collected according to the retention time of
standard, evaporized under N, redissolved in 100uL MeOH, and separated on a Ciz column(10um, 30cm X

4mm) with MeOH/H,0(98: 2) as eluent. VD, and VDswere eluted as a m ixture under the conditions. Re-
coveries of the method were 94.8% to 99.7% . The average CV ( n= 5) for within and between day measura-
ments were 1.6% and 2.1% respectively. This method was already used to determ ine the content of vitam in
D in milk powder, pulvis elementicom pound, m ixed proteins, dried meat floss, humanized m ilk power, chil-

dren health drink, milk wheat pow der and fortified m ilk. The method is simple, rapid and accurate.
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