Suitability Assay for LAM NARI N AZURE
as a Substrate for LAM NARI NASE

PRI NCI PLE:

Lami narin Azure + H,Q -tamnadnases gg| ypl e Col ored Reaction Products
CONDI TIONS: T = 37°C, pH = 5.0, Asesnm Light path =1 cm

METHOD: Colorinetric

REAGENTS:

A. 100 mM Sodi um Acetate Buffer, pH 5.0 at 37°C
(Prepare 100 m in deionized water using Sodium
Acetate, Trihydrate, Sigma Prod. No. S-8625. Adj ust

to pH 5.0 at 37°C using 1 M HCl.)

B. Lanminarin Azure (LA)
(Weigh 30 ng of Lamnarin Azure, Sigma Prod. No. L-
0145, each into 4 suitable vials.)

C. 95% (v/v) Ethanol (EtOH)
(Prepare 100 m in deionized water using Ethyl
Al cohol, Denatured, Sigma Stock No. 27,074-1.)

D. Lam narinase Enzyme Sol ution
(I medi ately before use, prepare a solution containing
10 units/m of Lam narinase, Sigma Prod. No. L-5272,
in cold Reagent A.)

PROCEDURE:
Pipette (in milliliters) the foll owi ng reagents into
suitabl e vials containing Reagent B (LA):
Test 1 Test 2 Test 3 Bl ank
Reagent A (Buffer) 0.90 0. 90 0. 90 1.00

| ncubate for approximately 5 m nutes at 37°C. Then add:

Reagent D (Enz Sol) 0.10 0.10 0.10  ------
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Suitability Assay for LAM NARI N AZURE
as a Substrate for LAM NARI NASE

PROCEDURE: (conti nued)

Allow to incubate at 37°C. Then stop the reaction at the
follow ng tine intervals by adding:

Test 1 Test 2 Test 3 Bl ank
Reagent D (Et OH) at
5 m nutes 6.00 - ---- oo iiaa--
10 m nutes  ------ 6.00  ------ 6. 00
15 mnutes ~ ------  a----- 6.00 @ ------

Mx by swirling and filter through a 0.45 pMfilter.
Transfer the filtered solutions to suitable cuvettes and
record the Asoshom fOr the Tests and Bl ank.

CALCULATI ONS:

Asosnm Test - Asesnm Bl ank

AAsosnd M n/ unit Lam nari nase =
(T)(units of Lam narinase/RM

T =Time (in mnutes) of assay. Tinme is 5, 10, or 15
m nut es
RM = Reaction M x

The activity is expressed as the change in absorbance at
Asgsnm per mnute per unit Lam narinase. The internal
specification for this product is a m nimum of

0. 05 AAsosn{ M n/unit Lam narinase. Blank val ues shoul d be
| ess than 0. 10 absorbance units at Asosnm

NOTES:

1. Where Sigma Product or Stock nunmbers 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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