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‘ JAPANESE INDUSTRIAL STANDARD JISs

Determination of Lipolytic Activity of K 0601-1988
Lipase for Industrial Use

1. Scope

This Japanese Industrial Standard specifies the determination of the
lipolytic activity of lipase for industrial use, hereinafter referred to as the
"ipase".

Remark: The units and numerical values given in { } in this Stendard
are based on the traditionsl units and are currently the
criteria in force.

2, Matters in Common

The general matters in common to chemical analysis shall conform to
‘ JIS K 0050.
3. Definitions

The definition of the terms used mainly in this Standard shall be in
accordance with the following in addition to those specified in JIS K 0211,

(1) enzyme unit (unit) The amount of enzyme by which 1 uymol of fatty
acid is produced in 1 min under specified conditions.

(2) lipolytic activity (unit/g or unit/ml) The enzyme unit contained in
the sample of 1 g or 1 ml.

(3) substirate The substance to be influenced by enzyme.

4. Types of Determination

The determination of lipolytic activity of lipase is classified into the
. method with no emulsifier (A method) and that with emulsifier (B method).

(1) Method with no Emulsifier (A Method) Making sample lipase react
with substrate while stirring without any emulsifier under specified
conditions, the lipolytic activity of sample lipase is determined through
measuring the amount of fatty acid isolated by the reaction.

(2) Method with Emulsifier (B Method) WMaking sample lipase react with
emulsified substrate without stirring, the lipolytic activity of sample
lipase is determined through measuring the amount of fatty acid
isolated by the reaction.

. Applicable Standards: See page 9.
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6. Preparation of Sample for Determination

6.1 Reagent Reagent shall be prepared as follows:

Buffer Solution of 0.1 mol/! Phosphate Dissolve 14.196 g of disodium
hydrogenphosphate (anhydride) (1) specified in JIS K 9020 in water
to dilute up to 1/ (A solution), and separately dissolve 13.089 g of
potassium dihydrogenphosphate (2) specified in JIS K 9007 in water
to dilute up to 1/ (B solution). Then mix them to get a definite pH
in accordance with Table.

Notes (!) Use after drying up for 3 h at 110°C.
(%) Use after drying up for 1 h at 110°C.

Table. Composition and pH Value of 0.1 mol/!
Phosphate Buffer Solution

A solution (ml)| B sclution (ml) | pH value (25°C) .
0 10 4,52
0.25 9.75 5.28
0.5 8.5 5.56
1.0 9.0 5.88
2.0 8.0 6.22
3.0 7.0 6.45
4.0 6.0 6.63
5.0 5.0 6.80
6.0 4.0 6.97
7.0 3.0 7.15
8.0 2.0 7.38
9.0 1.0 7.73
9.5 0.5 8.06
10 0 9.20

5.2 Preparation Preparation shall be as follows:-

(1) After weighing the sample accurately, dissolve it in 0.1 mol//
phosphate buffer solution having the optimum pH for lipase
reaction (3), and make it a definite volume after transferring
into 8 measuring flask to prepare sample solution.

(2) When the sample solution is too concentrated, dilute it with 0.1
mol// phosphate buffer solution.

Note (3) Dissolve, as required, it at not higher than 15°C.

6. Determination According to Method with No Emulsifier (A Method)

6.1 Reagents
(1) 0.1 mol/! Phosphate Buffer Solution The same one as 5.1.
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