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Method for determining total vitamin B,
in whole blood by LC/MS/MS

Hidenori Miyagawa", Kazumi Gondo", Hideaki Nakaura”,
Masako Kato" and Naotaka Hashizume”

Summary Quantitative analysis of the vitamin B, is widely performed by high performance liquid
chromatography (HPLC) with the thiochrome labeling method. This method however, utilizes a strong
alkali that damages the analytical instruments and its residual waste is not good for the environment.
We have developed a new method utilizing liquid chromatography - tandem mass spectrometry
(LC/MS/MS) that does not rely on strong alkali. Our method has shown good quantitative results in
terms of linearity, reproducibility and recovery. To validate our method, we analyzed the same samples
both with our method and the HPLC method and achieved a good correlation. The analysis time was

also reduced from about 10 minutes to 4 minutes. Our method will therefore prove highly useful for

the quantitation of vitamin B,.
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Reproducibility

Intra-day (n=5)

Inter-day (n=2 X 5day)

Mean of Mean of
measured value SD Cv measured value SD Cv
(ng/mL) (ng/mL) (%) (ng/mL) (ng/mL) (%)
Whole Blood No.1 28.6 1.14 3.99 28.0 0.94 3.36
‘Whole Blood No.2 110.2 3.03 2.75 111.6 3.21 2.88
Whole Blood No.3 243.4 1.52 0.62 247.1 3.60 1.46
SD: Standard deviation ~ CV: Coefficient of variation
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Fig. 1 MRM Chromatogram. (A): Standard Sample(500ng/mL VB,:) (B): Whole Blood Sample
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