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Foreword
This Subsection of BS 4285 has been prepared under the tributyrin method, which is suitable for routine purposes
direction of the Dairying Standards Committee. It and which will be described in Subsection 3.4.2%,
supersedes 1.10 of BS 4285 : 1968, which is deleted by
amendment. Compliance with a British Standard does not of itself
The method described in this Subsection is the reference confer immunity from legal obligations.

method. It is more accurate but more complex than the

* |n preparation.
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BS 4285 : Subsection 3.4.1 : 1987
[Lipolytic microorganisms : Victoria blue]

1 Scope

This Subsection of BS 4285 describes a method for the
enumeration of lipolytic organisms in milk and mitk
products and for dairy products generally.

NOTE, The titles of the publications referred to in this standard
are listed on the inside back cover,

2 Definition

For the purpose of this Subsection of BS 4285 the
following definition applies.

lipolytic organisms. Those organisms which hydrolyse
butterfat yielding free fatty acids in an agar medium and
result in the formation of blue colonies under the
conditions described in this Subsection of BS 4285,

3 Principle

A sugar-free nutrient agar medium of pH 7.5, containing
emulsified butter fat coloured with a smail quantity of the
fat-soluble base of Victoria blue as an indicator is used.
The hydrolysis of butter fat yields free fatty acids and
changes the base into the blue dye, so that colonies of
lipolytic organisms are coloured blue.

4 Diluents and culture media

4.1 Diluents
Use diluents described in BS 4285 : Section 1.2,

4.2 Nutrient agar

4.2,1 Composition. The composition of the nutrient agar
shall be as follows:

peptone bg

meat extract bg

agar 20¢g
water 1000 mL

4.2.2 Preparation. Disperse the ingredients or complete
dehydrated medium in the water and boil or steam for
about 30 min to dissolve the agar. Adjust the pH so that,
after sterilization, it is 7.5 at 25 °C. Disperse in 10 mL
quantities in screw cap tubes or in 100 mL quantities in
screw capped bottles. Sterilize the medium for 15 min at
121+1°C.

4,3 Dye-fat

4.3.1 Butter fat. Melt sweet cream, low-acid butter in the
water bath (6.3) at 90 + 5 °C. Pour through a filter paper
to obtain the fats.

NOTE 1. Whatman No. 1 and No. 40 papers are suitable.

NOTE 2. Glassware should be kept warm to aid rapid filtration.
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4.3.2 Preparation of Victoria blue dye base. Boil2gto3 g
of Victoria blue {Colour Index 44045: Basic Blue B) with
200 mL tap water until dispersed. Add 100 g/L NaOH
solution until the colour disappears {about 1 mL/g of dye).
Allow the insoluble precipitate to settle and filter. Wash the
dry base with water made slightly alkaline with ammonia
solution and dry at 30 °C. The powder obtained is stable.

4.3.3 Preparation of the dye-fat. Dissolve 76 mg of the
Victoria blue dye base (4.3.2) in 100 g butter fat by rubbing
in a warm mortar (45 °C) with warm butter fat. Transfer
the mixture to a flask, place in the water bath (5.3) at

90 + 5 °C and stir the contents until no undissolved dye
particles can be seen. Filter the coloured butter fat, disperse
in 10 mL quantities and sterilize for 10 min at 115 °C.

4.3.4 Storage of the dye fat. Store in the dark below 5 °C. .
Use within 2 months. .

5 Apparatus

NOTE. For details of apparatus, including its preparation and
sterilization, see BS 4285 : Section 1,2,

5.1 Ordinary microbiological laboratory apparatus.

5.2 /ncubator, capable of being maintained at 30 = 1 °C.

5.3 Water baths, capable of being maintained at 45 £ 2 °C
and 90 + 5 °C.

5.4 Colony counting equipment.
5.5 Petri dishes.

5.6 Total delivery pipettes, of 0.6 mL and of 5 mL
nominal capacity.

5.7 Spreader made from a needle to the approximate
dimensions shown in figure 1.
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All dimensions are approximate and are in millimetres.

Figure 1. Spreader
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