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Foreword

This document (EN ISO 16649-3:2015) has been prepared by Technical Committee ISO/TC 34 “Food
products” in collaboration with Technical Committee CEN/TC 275 “Food analysis - Horizontal methods” the
secretariat of which is held by DIN.

This European Standard shall be given the status of a national standard, either by publication of an identical
text or by endorsement, at the latest by November 2015, and conflicting national standards shall be withdrawn
at the latest by November 2015.

Attention is drawn to the possibility that some of the elements of this document may be the subject of patent
rights. CEN [and/or CENELEC] shall not be held responsible for identifying any or all such patent rights.

According to the CEN-CENELEC Internal Regulations, the national standards organizations of the following
countries are bound to implement this European Standard: Austria, Belgium, Bulgaria, Croatia, Cyprus, Czech
Republic, Denmark, Estonia, Finland, Former Yugoslav Republic of Macedonia, France, Germany, Greece,
Hungary, Iceland, Ireland, Italy, Latvia, Lithuania, Luxembourg, Malta, Netherlands, Norway, Poland, Portugal,
Romania, Slovakia, Slovenia, Spain, Sweden, Switzerland, Turkey and the United Kingdom.

Endorsement notice

The text of ISO 16649-3:2015 has been approved by CEN as EN ISO 16649-3:2015 without any modification.



SIST EN ISO 16649-3:2015

iTeh STANDARD PREVIEW
(standards.iteh.ai)

SIST EN ISO 16649-32015
https://standards.iteh.ai/catalog/standards/sist/0c0b9369-51cf-4066-afd8-
65c8bf88bbcfsist-en-iso- 16649-3-2015



INTERNATIONAL ISO
STANDARD 16649-3

First edition
2015-05-15

Microbiology of the food chain —
Horizontal method for the
enumeration of beta-glucuronidase-
positive Escherichia coli —

Part 3:

Detection and most probable number
technique using 5-bromo-4-chloro-3-
indolyl-f3-D-glucuronide

Microbiologie de la chaine alimentaire — Méthode horizontale pour
le dénombrement des Escherichia coli béta-glucuronidase positive —

Partie 3: Recherche et technique du nombre le plus probable utilisant
le bromo-5-chloro-4-indolyl-3 f3-D-glucuronate

— Reference number
= N— ISO 16649-3:2015(E)

©1S0 2015



ISO 16649-3:2015(E)

COPYRIGHT PROTECTED DOCUMENT

© IS0 2015, Published in Switzerland

All rights reserved. Unless otherwise specified, no part of this publication may be reproduced or utilized otherwise in any form
or by any means, electronic or mechanical, including photocopying, or posting on the internet or an intranet, without prior
written permission. Permission can be requested from either ISO at the address below or ISO’s member body in the country of
the requester.

ISO copyright office

Ch. de Blandonnet 8 « CP 401
CH-1214 Vernier, Geneva, Switzerland
Tel. +41 22 749 01 11

Fax +41 22 749 09 47
copyright@iso.org

WwWw.iso.org

ii © ISO 2015 - All rights reserved



ISO 16649-3:2015(E)

Contents Page
FFOTE@WOIM ...........oooooeooeeeeee e85 8 588 iv
IIMETOAUICTION.........oooooeeee oo \%
1 S0P .. 1
2 NOITNATIVE TEECI@INCES .........cccccccovovoieese st 1
3 Terms aNd AefiETIOMNIS ... st 2
4 Principle........o,
4.1 Detection method.......

4.2 Enumeration method
4.2.1  Inoculation of three or five tubes of double strength liquid selective
enrichment medium [5.3.1.1 a)] with an equal volume of the test sample
if the initial product is liquid, or with an equal volume of the initial

suspension in the case of Other Products. ..., 3
5 Dilution fluids and culture media
5.1 General ...,
5.2 Dilution fluids
5.3 Culture media
5.3.1 Minerals modified glutamate medium (selective enrichment medium).................. 4
5.3.2  Tryptone bile glucoronide agar (second selective enrichment medium).................. 5
5.3.3 Performance testing fon the qualityjassurance of the culture media ... 5
6 APPAratus AN BLASSWATE .. ... gt 6
7 SAIMIPIITIG .. et et ettt et 6
8 Preparation Of teST SAMIPIe . im0 0B 6mmrreierrsieeesiiees e e e 7
9 Procedure..'D57/slandards,
9.1 Detection method
9.1.1 Test portion, initial suspension, and dilutions..
9.1.2 Incubation of selective enrichment Medium ..o
0.1.3  SUBDCUITUTIIIG e
9.1.4  Secondary incubation
9.1.5  Examination Of the PIates. ...
0.1.6  INEEIPTEEATION ..o
9.2 Enumeration method ...
9.2.1 Test portion, initial suspension, and dilutions.....
9.2.2 Inoculation of the selective enrichment medium....
0.2.3  INCUDAION ..o
9.2.4  Subculturing
9.2.5 Y=Yol03 0 Te 1o 010 Y= 5 o) s WSS
9.2.6  EXamination Of the PIates......oiieieesissssssisssssisses s
0.2.7  INEEIPTEOEATION ..o
10 EXPIESSION Of T@SULES ...ttt 9
10.1 Detection method .9
B IO T2 D5 0 000 U=) ar= X 10} 00 66 L1 o 0 Lo Yo [N 9
11 | 30 <X 00 13 (0 s TS 9
12 TESTTE@POTT ...kt 9
BIDIEOZTAPIY ... 10

© 1S0 2015 - All rights reserved iii



ISO 16649-3:2015(E)

Foreword

ISO (the International Organization for Standardization) is a worldwide federation of national standards
bodies (ISO member bodies). The work of preparing International Standards is normally carried out
through ISO technical committees. Each member body interested in a subject for which a technical
committee has been established has the right to be represented on that committee. International
organizations, governmental and non-governmental, in liaison with ISO, also take part in the work.
ISO collaborates closely with the International Electrotechnical Commission (IEC) on all matters of
electrotechnical standardization.

The procedures used to develop this document and those intended for its further maintenance are
described in the ISO/IEC Directives, Part 1. In particular the different approval criteria needed for the
different types of ISO documents should be noted. This document was drafted in accordance with the
editorial rules of the ISO/IEC Directives, Part 2 (see www.iso.org/directives).

Attention is drawn to the possibility that some of the elements of this document may be the subject of
patent rights. ISO shall not be held responsible for identifying any or all such patent rights. Details of any
patent rights identified during the development of the document will be in the Introduction and/or on
the ISO list of patent declarations received (see www.iso.org/patents).

Any trade name used in this document is information given for the convenience of users and does not
constitute an endorsement.

For an explanation on the meaning of ISO specific terms and expressions related to conformity
assessment, as well as informatiomabotit ISO’s ddherenceta the WTOprinciplesin the Technical Barriers
to Trade (TBT) see the following URL: Foreword - Supplementary information.

The committee responsible for this document is ISO/TC 34, Food products, Subcommittee SC 9,
Microbiology.

This first edition cancels and repladesISO/TS16649-3:2005;whichhas been‘technically revised.

ISO 16649 consists of the following parts, under the general title Microbiology of the food chain —
Horizontal method for the enumeration of -glucuronidase positive Escherichia coli:

— Part1:Colony-counttechnique at44 °C using membranes and 5-bromo-4-chloro-3-indolyl-3-D-glucuronide
— Part 2: Colony-count technique at 44 °C using 5-bromo-4-chloro-3-indolyl-f-D-glucuronide

— Part3: Detection and most probable number technique using 5-bromo-4-chloro-3-indolyl-f3-D-glucuronide
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Introduction

Because of the large variety of food and feed products, this horizontal method might not be appropriate
in every detail for certain products. In this case, different methods which are specific to these products
might be used if absolutely necessary, for justified technical reasons. Nevertheless, every attempt will
be made to apply this horizontal method as far as possible.

When this part of ISO 16649 is nextreviewed, account will be taken of all information available regarding
the extent to which this horizontal method has been followed and the reasons for deviations from this
method in the case of particular products.

The harmonization of test methods cannotbe immediate and for certain groups of products, International
Standards and/or national standards might already exist that do not comply with this horizontal
method. It is hoped that when such standards are reviewed, they will be changed to comply with this
part of ISO 16649 so that eventually, the only remaining departures will be those necessary for well-
established technical reasons.
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