Separation of Water Soluble Vitamins by High Performance Liquid Chromatography

Minoru SUZUKI, Kunihide YAGASAKI and Shozo KAWABATA
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531, wase, Matsudo-Shi, Chiba-ken, 271 Japan

High performance liquid chromatgrapic method (HPLC) for separation of water
soluble vitamins L ascorbic acid (vitamin C), pyridoxin HCl (vitamin Be),

niacinamide, riboflavin (vitamin Bg), cyanocobalamin (vitamin B12) and thiamin HCI
(vitaminB1) was investigated.

The above six vitamins could be separated by mobile phase 1)1 15M phosphate

buffer (pH 7.0) methanol (75 25V V), 2) water methanol (80 20V V) containing
5%x 10 3M PIC A reagent on bonded column, 4 Bondapak C 1s.

It was found that the method was able to apply to anlysis of water soluble vitamin
products.
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Table 1 Absorpion maximum of water soluble

Vitamin

dmaxinmif s ®107]

L-aseorbic sod | pH'B.4 2650 00.4]
|

thiamin HC pH 6.0 26709.0]
pH 5.9 pH 70 il s .
¥ BR4T3I0.1). 3141
PIC A Fibi an W E24T30.1], 26BLIY
3701081, 44800282
pyridoxin HC pH 7.0 353[3.7). BESCT.1]
nisomamide 01N HC  2E1C4T00]
1.0ml min eynnocnbalamin | H,O 278015.51, 361028.10,
0.450 m 551C8.7)
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Fig. 1 Liner dynamic ranges in UV photometer
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Fig. 2 HPLC of water soluble vitamins

mobile phase, 70 301 15M phosphate buffer (pH
Bondapak Cis
columnpressure, 2000psi detecter, UV photometer
(x0.0005a. u. full scale)

5.9) methanol column M

1-L-ascorbic acid, 2-pyridoxin HCI, 3-niacinamide,

4-cyanocobalamin, 5-riboflavin, 6-thiamine HCI

1 16M
7% 25 v v

pH 7.0
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Fig. 3 HPLC of pyridoxin HC1 and niacinamide

mobile phase, 75 25 1 15M phosphate buffer
(pH7.0) Bondapak C18

column pressure, 2000 psi  detecter, UV photometer
% 0.0005 a u full scale

methanl

column, M

1 pyridoxin HC1, 2 niacinamide,

80 20(V. V) PIC A 5
x 10 M

Fig. 4 6
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Fig. 4 HPLC of cyanocobalamin and riboflavin
mobile, phase, 80:20 water methanol
containing 5% 10 SM PIC A reagent, column,
M Bond apak Gg column pressure, 2000
psi detecter, UV photometer (x 0.0005 a. u. full

scale)

1 cyanocobalalnm, 2 riboflavin HC1
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