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Assay Methods of Vitamin B;_3, Determination of Thiamine
and Thiamine Phosphate Esters by High-performance
Liquid Chromatography

Takashi Kawasaki* and Hiroshi Sanemori

ABSTRACT High-performance liquid chromatography (HPLC) was used to separate thiamine
and its phosphate esters (mono-, pyro-, and triphosphate) after conversion to corresponding highly
fluorescent thiochrome derivatives by alkaline oxidation with BrCN. These compounds were
separated by straight phase HPLC or reverse phase HPLC and determined spectrofluorometrically.

By these methods, a complete, rapid and quantitative separation of thiamine and its phosphate
esters was made within 10 min and the minimum amount detected was 0.1 pmol for each of

these cmpounds.
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