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NOTE. It is essential that Parts 0 and 1 and Section 2.1 which are published separately, are read in conjunction with this Subsection.
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Foreword

This Subsection of BS 4285 has been prepared under the
direction of the Dairying Standards Committee.

The technique was given neither in BS 4285 : 1968 nor in
Supplement No. 1 (1970).

The method described in this Subsection is suitable for
routine purposes. The more accurate but more complex
Victoria blue method described in Subsection 3.4.1 is the
reference method.

Compliance with a British Standard does not of itself
confer immunity from legal obligations.
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1 Scope

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

NOTE. The titles of the publications referred to in this standard
are listed on the back page.

2 Definition

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

lipolytic organisms. Those organisms which hydrolyse
tributyrin (glyceryl tributyrate) and result in the formation
of colonies surrounded by a zone of ¢ ear meHRmgyer

the ditions described in this Subse(tj f BS 4
conditi scribed in this Subse %%gm%er%%sﬂ

o
‘
Lo Xy

LU octimant Sharing Bl
British Standards

b


http://www.avadocuments.com/doc/bs-4285-3-4-2-1989
http://www.avadocuments.com/doc/bs-4285-3-4-2-1989

BS 4285 : Subsection 3.4.2 : 1989
[Lipolytic microorganisms : tributyrin agar]

3 Principle

A test portion or series of decimal dilutions is mixed with
an opaque peptone yeast extract agar medium of pH 7.6
containing tributyrin and incubated. The tributyrin is
hydrolysed by the lipolytic organisms multiplying in the
medium, to produce colonies surrounded by a zone of
clear medium. The number of colonies is counted.

4 Diluents and cuiture medium

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

4.2 Tributyrin agar

The composition of the tributyrin agar shall be as follows:

peptone 5¢g
yeast extract 3g
tributyrin 1049
agar 154

{or according to the
manufacturer’s
instructions)

water 1000 mL

If the medium is not obtained as a stable prepared
homogenate of pH 7.5 + 0.2 at 25 °C (as is normal),
prepare it in the laboratory as follows. Dissolve the
peptone, yeast extract and agar in the water by boiling.
Add the tributyrin and emulsify the medium at about
90° C using a laboratory homogenizer or hand (pump
type) emulsifier.

NOTE 1. A high-speed stirrer is not adequate.

NOTE 2. If required, the medium may be stored in the dark for
up to 2 months at 2°C to 5 °C.

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 Incubator, capable of being maintained at 30 £ 1 °c.

5.3 Water bath, capable of being maintained at 45 + 2 °c.

5.4 Colony counting equipment.
5.5 Petri dishes.

5.6 Total delivery pipettes, of 1 mL nominal quantity.

6 Sampling

Take the laboratory sample in accordance with BS 4285 :
Section 1.1.

7 Preparation of the test sample

Prepare the test sample from the laboratory sample in
accordance with BS 4285 : Section 1.1.

8 Procedure

8.1 Preparation of the tributyrin agar medium

Melt the tributyrin agar (see 4.2) and cool to 45 + 2 °Cin
the water bath (5.3) (see BS 4285 : Section 2.1).

8.2 Preparation of the dilutions

Prepare serial dilutions from the test sample (see clause 7),
making as many dilutions as are necessary to produce
acceptable counts at two successive dilutions.

NOTE. The preferable count is between six and 60 characteristic
colonies.

8.3 Inoculation

Take two Petri dishes (5.5) for each dilution used. Using a
separate 1 mL pipette (5.6) for each dilution and for any
undiluted test portion transfer 1 mL into each dish (see
BS 4285 : Section 2.1).

8.4 Addition of medium

8.4.1 Add 10 mL to 12 mL of melted tributyrin agar
medium at 45 + 2 °C (see 8.1) to each inoculated dish.

8.4.2 Immediately after pouring, mix by five to and fro
movements, followed by five circular clockwise move-
ments, followed by five to and fro movements at right
angles to the first set, followed by five circular anticlock-
wise movements. Allow the agar to set.

8.5 Incubation of the plates

Invert the plates and incubate in the incubator (5.2},
maintained at 30 + 1 °C for 3 days. If the development
of yeasts or moulds is expected continue the incubation
for a further 3 days.

8.6 Counting the colonies

Take colonies surrounded by a zone of clear medium to
be lipolytic.

Count the colonies following the procedure given in

BS 4285 : Section 2.1 (see the note to 8.2).
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