Suitability Assay for Starch Azure
as a Substrate for
a- AMYLASE

PRI NCI PLE

I nsol ubl e Starch Azure + H,O &Waes go| ypl e Col ored Reaction Product
CONDITIONS: T = 37°C, pH = 7.0, Asesnm Light path =1 cm

METHOD: Colorinetric

REAGENTS:

A. 20 mM Sodi um Phosphate Buffer with 50 mM Sodi um
Chl oride, pH 7.0 at 37°C
(Prepare 100 m in deionized water using Sodi um
Phosphat e, Monobasic, Anhydrous, Sigma Prod. No. S-
0751, and Sodi um Chl oride, Sigma Prod. No. S-9625.
Adjust to pH 7.0 at 37°C with 1 M NaOH.)

B. 2.0% (wv) Starch Azure Suspension (Starch Azure)
(Prepare 4.5 m in Reagent A using Starch Azure, Sigm
Prod. Nos. S-7629 or S-7776.)

C. 2.75 MAcetic Acid Solution (Acetic Acid)
(Prepare 100 m in deionized water using Acetic Acid,
G acial, Sigma Prod. No. A-0808.)

D. a-Anylase Enzyne Sol ution
(I medi ately before use, prepare a solution containing
0.25 mg/ M of a-Anmylase, Sigma Prod. No. A-6255, in
col d dei oni zed water.)

PROCEDURE:
Pipette (in milliliters) the foll owi ng reagents into
sui t abl e contai ners:
Test Bl ank
Reagent B (Starch Azure) 4.50 4.50
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PROCEDURE: (conti nued)
Equi li brate to 37°C. Then add:
_Test _Bl ank
Reagent D (Enzyne Sol ution) 0.50  ------
Mx by swirling and incubate at 37°C for exactly 15

m nutes in a water bath where constant shaking can be
mai nt ai ned.

Then add:
Reagent C (Acetic Acid) 2.00
2.00
Reagent D (Enzyme Solution)  ------ 0. 50

Mx by swirling. Filter the suspension through What man 54
filter paper. Then transfer the filtered solutions to

sui tabl e cuvettes and record the Asgshnm fOr both the Test
and Bl ank using a suitable spectrophotoneter.

CALCULATI ON:

DAAsgsnm = Asgsnm Test - Asgsnm Bl ank

. AA595nm
AA595nn/ 15 m n/RM =
(15) (RM
15 = Time (in mnutes) of assay as per the Unit Definition
RM = Reaction M xture

SPECI FI CATI ON

Conpare the value of the AAsgshd{ 15 min/RMto that of a
control sanple. The values should be simlar.

FI NAL CONCENTRATI ONS:
In a 5.00 Ml reaction mx, the final concentrati ons are

18 mM sodi um phosphate, 45 mM sodi um chl oride, 1.8% (W v)
starch azure, and 0.125 ng a-anyl ase.
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REFERENCE:

Ri nder knecht, H., WIding, P., and Haverback, B.J. (1967)
Experientia 23, 805

NOTES:
1. This assay is based on the cited reference.

2. \Vhere Sigma Product or Stock nunbers are specified,
equi val ent reagents may be substituted.

This procedure is for informational purposes. For a current copy of Sigma’s quality control
procedure contact our Technical Service Department.
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