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Examination on Dinitrosalicylic Acid Method for Amylase Assay
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(Received June 11, 1977)

There are several methods for amylase assay, for example, iodometric
titration method, colorimetric method, measurement of reducing power and
SO on. Dinitrosalicylic acid method is one of those. So, examinations
on this method were carried out in order to apply it to the digestion test of some
foods. Amounts of substrate and enzyme, time for enzymatic reaction, stability
of coloring, relation between the freshness of substrate and blank value etc. on this

method were discussed.
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Relation between reaction time and the reducing power liberated

from starch by enzymatic reaction.

Substrate ; 1 ml of 1% soluble starch.

Enzyme ; 1 ml of 1% a-amylasy.

The enzymatic reaction was stopped by the addition of 2 ml of
dinitrosalicylic acid solution. The mixture was heated for 5min
in boiling water, cooled , and then added 20 ml of water.

Absorbance was measured with photometer (filter G ).
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2. Stability of coloring.
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Fig. 3. Stability of coloring.

The mixture of substrate, enzyme and dinitrosalicylic acid was
heated, cooled, and stood for various hours. Just before the

measurement of absorbance, 20ml of water was added.
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Fig. 4. Stability of coloring
Sample ; 6.0 mg/2ml of maltose.

Dinitrosalicylic acid was added to the sample, and the mixture
was heated, cooled , and then stood for various hours. Twenty ml

of water was added to the mixture just prior to the measurement of

absorbance.
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Fig. 5, Relation between the volume of enzyme solution and the reducing
power liberated from starch dy enzymatic reaction.
Substrate ; 1 ml of 1% soluble starch.

Enzyme ; 1% ae-amylase..
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Fig. 6. Relation between the volume of starch solution and the reducing
power liberated from starch by enzymatic reaction.
Substrate ; 2 % soluble starch.

Enzyme ; 1 ml of 1% e-amylase.
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Fig. 7. Relation between the freshness of starch solution and absorbance.
Substrate ; 1% soluble starch solution. The solution was kept
in refrigerator.

Enzyme ; 1% a-amylase.

O . Adsorbance for sample. Blank value was substructed.

® : Absorbance for blank.



B R ES IR ST R A0 285 (1977)
7. B E—IEEER
kot o resEL L CHEIZ L BT EERE, BRI1IBIHNCTAI—EEH,

IHEE% 2, 10, 20, 31,40, 50, 60, 69, 3 & 82T & L TGS, BE—HHEMEZ KO HERIT,
Fig. 912 T &) ICEBRICIR» 2 & 4 D), SRE 2 IR E G 18 5 7z,

0.6

/o
© o.af o
o /
= o
W /
- o
g oz2f ////
! o
lo} 1 1 1
(o] | 2 3
Maltose ( mg/ml )
Fig. 8. Standard curve for maltose.
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Fig. 9. Temperature-activity curve for takadiastase.
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