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A Fluorometric Assay for Trypsin Inhibitor

Jin Jung and Chun-Young, Lee
College of Agriculture, Seoul National University, Suwon, Korea

Abstract

A fluorometric method is described which permits the assay of trypsin inhibitor con-

tained in a sample in an extremely small amount,

utilizing a novel reagent generally

called fluorescamine. The fluorometric assay with an enzyme kinetic approach has been

found to be at least 100 times more sensitive than the well-known Kunitz’s spectrophoto-

metric method, considerably faster and less complicated, when 1t was demonstrated with

the anti tryptic activities of very dilute extracts from soybean,

bean. Details of experimental procedure as well as theoretical

discussed.
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Fig. 1. The structure, flurescence and fluorescence
excitation spectra of fluorescamine-amine
adduct (F-A adduct) produced by the reac-
tion between fluorescamine and a primary
amine compound. The spectra were ob-
tained from a F-A adduct formed by the
reaction of fluorescamine with peptides
resulted from tryptic digestion of casein.

E; Fluorescence excitation spectrum of F-A
adduct with emission at 480nm.

F; Fluorescence spectrum with excitation
at 390nm.
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Fig. 3. Relative fluorescence intensity of F-A
adduct formed by the reaction of tryptic
hydrolysis product and fluorescamine of
various concentrations: 125m/ of fluore-
scamine solution was added to the reac-
tion mixture of total volume 4ml! for
each experiment.

0. lmg/ml
Fabel o
24 zé
]

719 = 93 fluorescamin & -FE =
Jorte ¢ 4 gz, HoA
2 3w 0.2mg/ml¢9 stock
s xms)r LX
ol A F-A
A ZEFTxst
0.1018t2 A o] 4% ‘%%94 “concentration
+ 314k
casein, trypsin % fluorescamine 2] stock -2 &
9 Fx g AsgAo]l 4 (1)l A=
gorz oAl HAuEA L ZA s ok gt

ol 57

o]
AR

:
$y o]
T F
442

-3
=]
quenching” & 42 uj A=

REE



— 186 —

BER LB $25%(1982)

0z 0.4
vol. of trypsin stock soln.(ml)

Fig. 4. Variation of the concentration of tryptic

hydrolysis product monitored by fluore-
scence intensity of F-A adduct with
volumes of trypsin stock soln.:
X = — — X3 reaction time 5 min.
. -+; reaction time 10 min.
—+(O—+--(—+; reaction time 15 min.
—[J————I1—; reaction time 25 min.
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