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Determination of Riboflavin in Rat Plasma and Blood by
High Performance Liquid Chromatography
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Abstract A high performance liquid chromatographic method HPLC has been developed for the de-
termination of riboflavin in plasma and blood of rats. A Waters model 600 HPLC pump and a Diamon-
sil Cig column were used. The mobile phase consisted of 35% methanol and 65% 5 mmol L ammoni-
um acetate solution. The flow rate was 1.2 mL min. The spectro-photofluorimeter was set at a wave-
length of 450 nm for excitation and 520 nm for emission. The samples were pretreated with acetoni-
trile and chloroform. The results show a good linear correlation between riboflavin concentration from
5 nmol L to 200 nmol L and fluorescence intensity. The detection limit was 2.5 nmol L with signal
to noise ratio of 3. The intra-assay and inter-assay coefficients of variation were 1.2% and 4.3% re-
spectively. The recoveries for the plasma and blood were in the ranges of 97.0% — 104.0% and
97.4% — 104.4% respectively. The experimental results on rat showed that plasma or blood ri-
boflavin contents measured by this method decreased significantly after a riboflavin deficient diet feed-
ing or starvation.
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Fig.2 Chromatograms of rat plasma a and blood b
for riboflavin analysis
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