BSI BS*5753 PART*8 85 BN 1b24bb9 OL6L7L0 4 mN

BS 5763 : Part 8: 1985
ISO 7251-1984

UDC 614.31 : [636.084 + 664] : 579.672 : 579.842.11

— CoO

© British Standards Institution. No part of this publication may be photocopied or otherwise reproduced without the prior pe._rmission in writing of BSI

British Standard Methods for

Microbiological examination of food
and animal feeding stuffs

Part 8. Enumeration of presumptive.Escherichia coli

[1SO title: Microbiology — General guidance for enumeration of presumptive
Escherichia coli — Most probable number technique]

Méthodes d’examen microbiologique des aliments pour le bétail
Partie 8. Dénombrement d’'Escherichia coli présumés

Verfahren zur mikrobiologischen Untersuchung von Nahrungsmitteln und Tierfutter
Teil 8. Zahlung vermutlicher Escherichia coli

Documents
British Standards Institution


http://www.avadocuments.com/doc/bs-5763-8-1985
http://www.avadocuments.com/doc/bs-5763-8-1985

BSI BSx5763 PART*8 45 MM lb24bkbkd 0161711 L A

BS 5763 : Part 8 : 1986

Contents ‘

Page Page
National foreword Inside front cover 9 Procedure 4
Committees responsible Back cover 10 Expression of results 4
11 Test report 6
Method
0 Introduction 1 Annexes
1 Scope and field of application 1 A Determination of MPN index when the
2 Reference 1 examination is carried out on a single sample per
3 Definition 1 batch 7
4 Principle 1 B Determination of MPN index when the
5 Diluent, culture media and reagent 2 examination is carried out on several samples
6 Apparatus and glassware 3 per batch 8
7 Sampling 3 C Categories 9
8 Preparation of the test sample 4

National foreword

This Part of BS 5763 has been prepared under the direction of the Food and Agriculture Standards Committee. ‘
It is identical with 1SO 7251-1984 ‘Microbiology — General guidance for enumeration of presumptive Escherichia coli —

Most probabie number technique’, published by the International Organization for Standardization (1SO) and in the

preparation of which the United Kingdom played a full part.

Terminology and conventions. The text of the international standard has been approved as suitable for publication as a

British Standard without deviation. Some terminology and certain conventions are not identical with those used in British

Standards; attention is drawn especially to the following.

The comma has been used as a decimal marker. In British Standards it is current practice to use a full point on the baseline

as the decimal marker.

Wherever the words ‘International Standard’ appear, referring to this standard, they should be read as ‘British Standard’.

In British Standards it is current practice to use the symbol ‘L’ for litre (and its submultiples) rather than ‘I’, and to use
the spelling ‘sulphur’, etc., instead of ‘sulfur’, etc.

Cross-reference

International standard Corresponding British Standard

I1SO 6887-1983 BS 6763 Methods for microbiological examination of food and animal feeding stuffs
Part 6 : 1983 Preparation of dilutions
(ldenticai)

Compliance with a British Standard does not of itself confer immunity from legal obligations.
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British Standard Methods for

Microbiological examination of food and animal feeding stuffs

Part 8. Enumeration of presumptive Escherichia coli

0 Introduction

This International Standard is intended to provide general
guidance for the examination of products not dealt with by ex-
isting International Standards and for the consideration of
bodies preparing microbiological methods of test for appli-
cation to foods or to animal feeding stuffs. Because of the large
variety of products within this field of application, these
guidelines may not be appropriate for some products in every
detail, and, for some other products, it may be necessary to use
different methods. Nevertheless, it is hoped that, in all cases,
every attempt will be made to apply the guidelines provided as
far as possible and that deviations from them will only be made
if absolutely necessary for technical reasons.

When this International Standard is next reviewed, account will
be taken of all information then availabie regarding the extent
to which the guidelines have been followed and the reasons for
deviations from them in the case of particular products.

The harmonization of test methods cannot be immediate, and,
for certain groups of products, International Standards and/or
national standards may already exist that do not comply with
these guidelines. In cases where International Standards
already exist for the product to be tested, they should be
followed, but it is hoped that when such standards are re-
viewed they will be changed to comply with this International
Standard so that, eventually, the only remaining departures
from these guidelines will be those necessary for well estab-
lished technical reasons.

1 Scope and field of application

This International Standard gives general guidance for the
enumeration of presumptive Escherichia coli in products in-
tended for human consumption or feeding of animals, by
means of the liquid-medium culture technique and calculation
of the most probable number {MPN) after incubation at 35 °C
or 37 °C1 then 45 °C.

1) The temperature should be agreed between the parties concerned and recorded in the test report.

A limitation of the applicability of this International Standard is
imposed by the susceptibility of the method to a large degree of
variability. The method should, therefore, be applied and the
results interpreted in the light of the information given in 10.4.

2 Reference

1SO 6887, Microbiology — General guidance for the prepara-
tion of dilutions for microbiological examination.

3 Definition

For the purpose of this International Standard, the following
definition applies :

presumptive Escherichia coli: Bacteria which, at 45 °C,
cause fermentation of lactose with the production of gas, and
which, at 45 °C, produce indole from tryptophan, when the
test is carried out in accordance with the method specified in
this International Standard.

4 Principle

4.1 Inoculation of double strength liquid enrichment medium
{5.3.1 a)12 in three tubes with a specified quantity of the test
sample if the product to be examined is liquid, or with a
specified quantity of the initial suspension in the case of other
products.

4.2 inoculation of single strength liquid enrichment medium
[5.3.1 b)]2 in three tubes with a specified quantity of test sam-
ple if the product to be examined is liquid, or with a specified
quantity of the initial suspension in the case of other products.

Then, under the same conditions, inoculation of single strength

medium with decimal dilutions of the test sample or of the in-
itial suspension.
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4.3 Incubation of the tubes of double and single strength
medium at 35 °C or 37 °C! for 24 to 48 h. Examination of the
tubes for gas formation.

4.4 Inoculation, from the tubes of double and single strength
medium which have given rise to gas formation, of a new series
of tubes containing a liquid selective medium.

4.5 Incubation at 45 °C for 24 to 48 h and examination of this
new series of tubes for gas formation.

4.6 Inoculation, from the tubes of selective medium which
have given rise to gas formation, of a new series of tubes con-
taining tryptone water.

4.7 Incubation at 456 °C for 24 to 48 h and examination of this
new series of tubes for indole production.

4.8 Determination of the most probable number of presump-
tive Escherichia coli by means of an MPN table, according to
the number of incubated tubes which gave rise to gas forma-
tion in the selective medium and in which indole was produced
in the tryptone water.

5 Diluent, culture media and reagent

5.1 Basic materials

In order to improve the reproducibility of the results, it is
recommended that, for the preparation of the culture media,
dehydrated basic components or complete dehydrated media
be used. The manufacturer’s instructions shall be rigorously
followed.

The chemical products used shall be of recognized analytical
quality.

The water used shall be distilled or deionized water, free from
substances that might inhibit the growth of micro-organisms
under the test conditions.

Measurement of pH shall be made using a pH meter, adjusted
to a temperature of 25 °C,

If the diluent, culture media and reagent are not used im-
mediately, they shall, unless otherwise stated, be stored in the
dark at approximately 4 °C for no longer than 1 month, in con-
ditions which do not allow any change in their composition.
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5.2 Diluent

See ISO 6887, clause 5.

5.3 Culture media

5.3.1 Lauryl sulfate tryptose broth (selective enrichment
medium)

Composition
a) b)
double strength singie strength
medium medium
tryptose 40 g 20
lactose 10 g 5
potassium
hydrogen-
orthophosphate
(KoHPO,) 55g 279
potassium
dihydrogen-
orthophosphate
(KH,PO,) 556g 275 g
sodium chloride 10 g 5 g
sodium lauryl
sulfate 02g 01 g
water 1 000 ml 1000 ml
Preparation

Dissolve the components, or complete dehydrated medium,
in the water by boiling.

If necessary, adjust the pH so that after sterilization it is 6,8
at 25 °C.

Dispense the media in quantities of 10 mi into tubes of
dimensions 16 mm x 160 mm (6.4) containing Durham
tubes (6.5) in the case of single strength medium, and into
test tubes of dimensions 20 mm x 200 mm (6.4) containing
Durham tubes (6.5) in the case of the double strength
medium.

Sterilize in an autoclave at 121 + 1 °C for 156 + 1 min.

The Durham tubes shall not contain air bubbles after
sterilization.
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1) The temperature should be agreed between the parties concerned and recorded in the test report.
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