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IMPORTANT NOTE. it is essential that Parts 0 and 1, which are published separately, be read in conjunction with this Section.

Foreword 1 Scope

This Section of BS 4285 has been prepared under This Section of BS 4285 describes methods for the

the direction of the Dairying Standards Committee. enumeration of presumptive Escherichia coli (E. coli) by
The techniques were not given in BS 4285 : 1968 nor the colony count technique and the most probable number
in Supplement No. 1 (1970). technique in milk and milk products and for dairy purposes
The confirmation of Escherichia coli requires the use of generally.

serological methods not described in BS 4285. NOTE. The titles of the publications referred to in this standard are

. . R . listed on the inside back page.
Compliance with a British Standard does not of itself

confer immunity from legal obligations.
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BS 4285 : Section 3.8 : 1988
[Presumptive Escherichia coli]

2 Definition

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

presumptive Escherichia coli. Bacteria growing in the
culture specified and which at 44 °C can ferment lactose
with the production of gas and indole under the conditions
specified.

3 Principles

3.1 Colony count technique

A defined test portion or series of decimal dilutions of the
sample is mixed with a culture medium in Petri dishes,
allowed to set, overlaid with the same medium and
incubated. Selected colonies are inoculated into a liquid
culture medium and incubated. Positive tubes are checked
for indole production.

3.2 Most probable number technique

The most probable number technique consists of
inoculation of defined test portions and/or a series of
decimal dilutions and/or inoculum from a test for coliform
organisms (see BS 4285 : Section 3.7) into the specified
liquid culture medium followed by incubation at 37 °C.
Cultures from positive tubes are incubated at 44 °C and
checked for gas and indole production. Results are
calculated from tables of the most probable number of
bacteria likely to give the positive reactions observed in the
dilution series.

4 Diluents, culture media and reagents

4.1 Diluents

Use the diluents described in BS 4285 : Section 1.2
appropriate to the sample.

4.2 Culture media and reagent required for colony count
technique (see clause 8)

4.2.1 Violet red bile lactose (VRBL) agar, solid selective
medium

Composition
peptone 749
yeast extract 3g
lactose 10g¢g
sodium chloride bg
bile salts 1.5¢g
neutral red 0.03¢g
crystal violet 0.002 g
agar 124
water 1000 mL

Preparation

Disperse the ingredients or the dehydrated complete
medium in the water and leave to stand for several
minutes. Mix vigorously and adjust the pH so that after
boiling it is 7.4 + 0.2 at 25 °C. Dissolve the ingredients
by bringing the medium to the boil with frequent
agitation. Immediately cool the medium to 45 * 1 °C,
using the water bath (5.3).

Do not overheat the medium by boiling it for too long
or by reheating. Do not sterilize in an autoclave. Check
for absence of growth at the time of use by ensuring
that no typical colonies develop when it is examined in
accordance with 8.1, omitting the test portion.

4.2.2 Lactose bile brilliant green broth, confirmatory
medium

Composition
peptone 10g
lactose 10g
dehydrated ox bile 20¢g
brilliant green 0.0133g
water 1000 mL
Preparation

Dissolve the ingredients or the dehydrated complete
medium in the water, if necessary by warming.

If necessary, adjust the pH so that after sterilization
itis 7.2 £ 0.1 at 25 °C. Dispense the medium in
quantities of 10 mL in test tubes containing Durham
tubes.

Sterilize the medium for 15 min at 121 + 1 °C. Check
that the Durham tubes do not contain air bubbles after
sterilization.

4.2.3 Tryptone water

Composition
tryptone® 1049
sodium chloride 59
water 1000 mL
Preparation

Dissolve the components in water by heating. Adjust the
pH, if necessary, so that after sterilization it is 7.5 + 0.1
at 25 °C.

4.2.4 Kovacs reagent

Composition
4-dimethylaminobenzaldehyde 5g
hydrochloric acid, p = 25 mL

1.18 g/mL to 1.19 g/mL
2-methylbutan-2-ol 75 mL

Preparation

Dissolve the aldehyde in the alcohol and add this
carefully to the acid. Protect from light and store at 4 °C.
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*This term is at present only used by certain producers of media. Any other casein digest giving comparable resu!is n v he used.
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