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Automatic Determination of Thiamine and Its Phosphates
by the Use of Immobilized Thiaminase I
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Fig. 3. Plot of relative fluorescence vs. the
concentration of thiamine.
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—196 —

BRREREMHELRE $H185

Table 1. Relative reactivities of thiamine, TMP, and TPP by the

Sepharose 4B-immobilized thiaminase I .

Relative reactivity (%)

*1 *2 *3
Enzyme used Visible spectrum Fluorescent spectrum

Thiamine TMP TPP Thiamine TMP TPP
ﬁrhanﬂz: 100 101 100 100 100 97
TSB 100 100 100 100 97 99
¥1 50 mg
#2 386 nm
+3 Excitation : 410 nm, emission : 480 nm

#4 From Bacillus thiaminolyticus Matsukawa et Misawa

+5 From Bacillus thiaminolyticus strain B
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Summary

An automatic method for the determination of thiamine and its phosphates by the ap-
plication of immobilized thiaminase I was examined.

Thiaminase I catalyzed the base-exchange reaction of the thiamine phosphates as well as
thiamine with pyridine, forming heteropyrithiamine (HPT). The contents of thiamine and
its phsphates were determined by automatically analyzing HPT formed by the enzyme reac-
tion. It was considered that this system was suitable for the determination of total thiamine.



