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UDC 543.86:577.27
JAPANESE INDUSTRIAL STANDARD JIS

Methods for quantitative analysis K 0603-1992
of immuno globulin

1. Scope This Japanese Industrial Standard specifies the methods for
quantitative analysis to confirm the quality of immuno globulin (hereafter
referred to as "globulin") which can be used for chemical products or
reagent.,

Remarks: The standards cited in this Standard are shown in Attached
. Table 1.

2. Definition of terms The definition of terms used in this Standard
shall follow JIS K 0211 and JIS K 3600.

3. Matters in common The general matters used in common for chemical
analysis shall follow JIS K 0050, The water shall be the distilled water
. specified in 2.11 (a) of JIS K 0101.

4, Kind of quantitative analysis methods The quantitative analysis
methods of globulin are classified into the following three; absorptiometry
(Lowry method) for blanket determination, electrophoresis-dyeing
densitometry for separately determination and high performance liquid
chromatography—-ultraviolet absorptiometry for separate determination.

(1) Absorptiometry (Lowry method) Determine albumin owing to the
absorption of phosphomolybdenum blue or phosphotungsten blue produced
by reduction of protein and proteln-copper chelate brought by the
reaction between protein and copper ion. This method can determine the
protein of 100 to 1000 mg/l content in blanket.

Remarks: The sample solution which contains respectively 2.5 mmol/l or
more ethylenediamintetraacetate dihydrogen disodium salt, 15
mmol/! or wmore mercaptoethanol, or 0.5 mol/l or more sodium
dodecyl sulfate, cannot be determined.

(2) Electrophoresis—dyeing densitometry Fractionate proteins by
. electrophoresis, dye them, and determine them making use of optical
concentration. This method can separately determine the globulin of
100 to 1000 mg/! from impurities. '

Remarks: The sample solution which contains respectively 0.2 mol/l or
more ethylenediamintetraacetate dihydrogen disodium salt, 0.1
mol/l or more mercaptoethanol, or 20 mmol/! or more sodium
dodecylsulfate, cannot be determined.
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(3) High performance liquid chromatography-ultraviolet absorptiometry
Fractionate proteins using high performance liquid chromatography, and
determine them by means of the wavelength near 220 nm. This method can
fractionate contained ingredients by molecular size, and determine the
albumin of 40 to 200 mg/l.

Remarks: The sample solution which contains respectively 0.2 mol/l or
more ethylenediamintetraacetate dihydrogen disodium salt, 50
mmol/l or more mercaptoethanol, or 3 mmol/l! or more sodium
dodecylsulfate, cannot be determined.

5. Globulin solution The solution of globulin shall be as follows.

5.1 Solution for analysis sample Prepare sample globulin with water so as
to let its concentration fall in the range determinable by each method.

5.2 Stock solution for working curve Prepare by dissolving refined
globulin(!) in water to make the concentration of 1000 mg/l!. Prepare when
it is needed. .

Note (!) Fractionate the serum that has been pooled using ethanol
fractionating method by Cohn et al., purify it using such as
chromatography, and then treat it with freeze drying.

6. Absorptiometry

6.1 Reagents Reagents shall be as follows:

(1) Alkaline copper sulfate-tartaric acid solution Mix 50 parts of A
solution and 1 part of B solution specified in the following. Prepare
when it is used.

A solution Dissolve both 0.43 g of sodium hydroxide specified in JIS K
8576 and 2.0 g of sodium carbonate (anhydride) specified in
JIS K 8625 in water to make total 100 ml,

B solution Dissolve 0.5 g of copper sulfate(II) pentahydrate specified
in JIS K 8983 in the solution of potassium tartrate (10 .
g/1)(?), and adjust its pH to 6.3 using potassium hydroxide
solution (0.5 mol/l) specified in JIS K 8574 to make its
total 100 ml.

Note (2) Dissolve 1 g of potassium tartrate-water (2/1) specified in
JIS K 8535 in water to make total 100 ml. Alternatively,

prepare by dissolving 1 g of sodium tartrate dihydrate
specified in JIS K 8540 in water.
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