INTERNATIONAL

ISO

STANDARD 6579-1

First edition
2017-02

Microbiology of the food chain -
Horizontal method for the detec
enumeration and serotyping of
Salmonella —

Part 1:
Detection of Salmonella spp.

Microbiologie deil&chaine alimentaire — Méthode horizo
pour la recherche, le dénombrement et le sérotypage des
Salmonella; <<

Partie 1:(Recherche des Salmonella spp.

tion,

ntale

Reference number
ISO 6579-1:2017(E)

©1S0 2017


https://standardsiso.com/api/?name=78f6d47bad8eb28f1a7cde7d8527a04f

ISO 6579-1:2017(E)

COPYRIGHT PROTECTED DOCUMENT

© IS0 2017, 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

www.iso.org

ii © ISO 2017 - All rights reserved


https://standardsiso.com/api/?name=78f6d47bad8eb28f1a7cde7d8527a04f

ISO 6579-1:2017(E)

Contents Page
FOT@WOT .........oocccc e85 55858555555855 8 5555 \%
IIMETOUICEION. ..o vii
1 S0P ... 1
2 NOTINATIVE FEEETE@IICES ............ooooiooeee st 1
3 Terms aNd AefiMETIOMNIS ... 1
4 Principle
4.1 LT3 0 1=) - OSSR W
4.2 Pre-enrichment in non-selective liquid medium..
4.3 Enrichment in/on selective Media. ...yt
4.4  Plating out on selective SOlid Media ... S
4.5 (000 0131101 (0 ) L0 et SO
5 Culture media, reagents, and antiSera............... 3 e 3
6 Equipment and conSumMabIEs ... T s oo 3
7 SAIMPIITIG . Bttt e 4
8 Preparation Of teSt SAMPIE. ... st 4
9 Procedure (see diagrams in Annex A).........cc..
9.1 Test portion and initial suspension
9.2 Non-selective pre-enrichment..........ccc ..
9.3 Selective eNTICHIMENT. ... N e
0.3.1  GENETAL ..ot st
9.3.2  Procedure for food, animalfeed samples, and environmental samples
from the food Production area. ...
9.3.3  Procedure for samplesfrom the primary production stage
9.4 g U0 0 O eSS
0,41 GENETAL ..o e s
9.4.2  Procedure for food, animal feed samples, and environmental samples
from the€00d Production area. ...
9.43  Procedure for samples from the primary production stage
9.5 L0700 01310 5= 1 10 ' DS
O.5.1  GEIETAL e
9.5.2 ~ Selection of colonies for confirmation ...
9.5.37y“Biochemical teStING ...
9.54"  Serological tESTING ...
955  Interpretation of biochemical and serological reactions
0.5.60  SEIOLYPINE oot
10 EXPreSSiON Of TESUITS ..o e 12
11 Pcn fUl IIIAIIUT Lhal a\,tcl ;at;\.a Uf thc ulcthud .......................................................................................................................... 12
11.1 Interlaboratory studies
T1.2 SEIISTEIVITY oottt
T 1.3 SPOCIICTEY oot
8 0 ) OO
12 T@ST TEPOTE ...
Annex A (normative) Diagrams Of the ProCeAUIES ... 14
Annex B (normative) Culture media and FeAZEIILS ... 17
Annex C (informative) Method validation studies and performance characteristics.................c....... 32

Annex D (normative) Detection of Salmonella enterica subspecies enterica serovars Typhi
AN PATAEYPI e 38

© 1S0 2017 - All rights reserved iii


https://standardsiso.com/api/?name=78f6d47bad8eb28f1a7cde7d8527a04f

ISO 6579-1:2017(E)

Annex E (informative) Examples of selective plating-out media

BIDIHOGTAPIY ...t

iv © ISO 2017 - All rights reserved


https://standardsiso.com/api/?name=78f6d47bad8eb28f1a7cde7d8527a04f

ISO 6579-

Foreword

1:2017(E)

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
through ISO technical committees. Each member body interested in a subject for which

carried out
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
electrotechnical standardization.

The [procedure OVe docur 2 0 0 2
desdribed in the ISO/IEC Directives, Part 1. In particular the different approval criteria.net

trade name used in this document is information given for thé convenience of users a
titute an endorsement.

Any
cons

n explanation on the meaning of ISO specific terms and expressions related to conformity
ell as information about ISO’s adherence to the World Trade Organization (WTO) prin
nical Barriers to Trade (TBT) see the following UREzwww.iso.org/iso/foreword.html

For 4
as W
Tech

This| document was prepared by the European:Committee for Standardization (CEN]
Comittee CEN/TC 275, Food analysis — Haxizontal methods, in collaboration with IS
ittee TC 34, Food products, Subcommittee SC 9, Microbiology, in accordance with the

Co
on t¢chnical cooperation between ISO and CEN (Vienna Agreement).

This
tech

first edition of ISO 6579-1 cancelsand replaces ISO 6579:2002 and ISO 6785:2001, whic
hically revised. It also incorporates ISO 6579:2002/Amd 1:2007 and ISO 6579:2002/Co}

The main changes, compared toySO 6579:2002, are the following.

— [S0O 6785 has been incorporated in this document.
Samples from the primary production stage have been added to the scope.
Petection ofSalmonella Typhi and Salmonella Paratyphi is described in Annex D.

Descriptions of preparations of initial suspensions have been removed and referend
releyant parts of ISO 6887, whenever possible.

T'he temperature range for incubation of non-selective media has been extended from

matters of

iimenance are

bded for the
ce with the

e subject of
5. Details of
tion and/or

nd does not

hssessment,
liples in the

, Technical
D Technical
agreement

h have been
1:2004.

es made to

37 °C+1°C

to 34 °C to 38 °C without further tolerance.

For selective enrichment, there is a choice between using the broth or the semi-solid agar of

Rappaport Vassiliadis medium (RVS or MSRV) for food, animal feed samples, and for environmental

samples from the food production area.

well-isolated colonies after incubation.

The inoculation of the isolation medium has become less prescriptive; the objective is to obtain

For confirmation, it is acceptable to perform the tests on only one suspect colony (instead of one

suspect colony of each medium combination). If this isolate tests negative for Salmonella, four more

suspect isolates from different media combinations shall be tested.

© IS0 2017 - All rights reserved


http://www.iso.org/directives
http://www.iso.org/patents
http://www.iso.org/iso/foreword.html
https://standardsiso.com/api/?name=78f6d47bad8eb28f1a7cde7d8527a04f

ISO 6579-1:2017(E)

Alist of all parts in the ISO 6579 series can be found on the ISO website.

Vi

It is permitted to perform the biochemical confirmation directly on a suspect, well-isolated colony
from the selective plating medium. The purity check on the non-selective agar medium can then be
performed in parallel.

Two confirmation tests have become optional (f3-galactosidase test and indole reaction) and one
confirmation test has been deleted (Voges-Proskauer reaction).

In this document, serological confirmation (to serogroup level) is described. For guidance on
serotyping (to serovar level), reference is made to ISO/TR 6579-3.

Table 1 has been improved.

Perforrhance testing for the quality assurance of the culture media has been added to Annex'B

Performance characteristics of MSRV have been added to Annex C.

© ISO 2017 - All rights reserved
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Introduction

This document describes a horizontal method for the detection of Salmonella spp. in food (including
milk and milk products, originally described in ISO 6785), in animal feed, in animal faeces, and in
environmental samples from the primary production stage (the latter two were originally described in
ISO 6579:2002/Amd 1:2007).

The main changes, listed in the foreword, introduced in this document compared to ISO 6579:2002, are
considered as minor (see ISO 17468[37]).

A r'\nnr]nr‘n faortha antimaration of Colpmanally o o daceorilhad in 1ISNON/TC 79 2D [3]
prpeedurefor-the-enumeration-of-Salmonella spp-is-described-in1SO/TS 6579-2.13]

Guidance for serotyping of Salmonella spp. is described in ISO/TR 6579-3.[24]

© 1S0 2017 - All rights reserved vii
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INTERNATIONAL STANDARD ISO 6579-

1:2017(E)

Microbiology of the food chain — Horizontal method
for the detection, enumeration and serotyping of
Salmonella —

Part 1:
D ]

WARNING — In order to safeguard the health of laboratory personnel, it is essential that tests

for detecting Salmonella are only undertaken in properly equipped laboratories

under the

confrol of a skilled microbiologist and that great care is taken in the dispesal of al] incubated
matprials. Persons using this document should be familiar with normal laboratorly practice.
Thig document does not purport to address all of the safety aspects, ibany, associated with its
use.|It is the responsibility of the user to establish appropriate safety and health practices and to

ensuyre compliance with any national regulatory conditions.

1 Bcope

This| document specifies a horizontal method for the detection of Salmonella. 1t is appli
following:

— products intended for human consumption and the feeding of animals;
— pnvironmental samples in the area of food production and food handling;

— pamples from the primary production stage such as animal faeces, dust, and swabs.

able to the

With this horizontal method, mostofithe Salmonella serovars are intended to be detected. For the

detection of some specific serovars, additional culture steps may be needed. For Salmonell
Salmonella Paratyphi, the procedure is described in Annex D.

The [selective enrichment medium modified semi-solid Rappaport-Vassiliadis (MSRV) agar

1 Typhi and

is intended

for the detection of motile Salmonella and is not appropriate for the detection of non-motil¢ Salmonella

strajns.

2 Normative‘references

The [following documents are referred to in the text in such a way that some or all of t
congtitutes requirements of this document. For dated references, only the edition cited

heir content
applies. For

undgted references, the latest edition of the referenced document (including any amendments) applies.

ISO 6887 (all parts), Microbiology of food and animal feed — Preparation of test samples, initial suspension

and decimal dilutions for microbiological examination

ISO 7218, Microbiology of food and animal feeding stuffs — General requirements and guidance for

microbiological examinations

ISO 11133:2014, Microbiology of food, animal feed and water — Preparation, production, storage and

performance testing of culture media

3 Terms and definitions

For the purposes of this document, the following terms and definitions apply.

© IS0 2017 - All rights reserved
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ISO and IEC maintain terminological databases for use in standardization at the following addresses:

IEC Electropedia: available at http://www.electropedia.org/

— ISO Online browsing platform: available at http://www.iso.org/obp

3.1
Salmonella

microorganism which forms typical or less typical colonies on solid selective media and which displays
the characteristics described when confirmation tests are carried out in accordance with this document

3.2

detection ¢
determinat
(e.g. boot sd

4 Princi

4.1 Gene
The detecti
NOTE S

of other Entd
numbers of §

4.2 Pre-¢

Buffered p¢g
between 34

For large qq
mixing it w
4.3 Enri¢
Rappaport-

(MSRV) ag
with the cu

f Salmonella
on of Salmonella (3.1), in a particular mass or volume of product or surface area-Qro
cks), when tests are carried out in accordance with this document

ple

ral
bn of Salmonella requires four successive stages as specified in Annex A.
1lmonella can be present in small numbers and is often accompanied by considerably larger nun

robacteriaceae or bacteria of other families. Pre-enrichment is used to permit the detection o
almonella or injured Salmonella.

tnrichment in non-selective liquid medium

ptone water at ambient temperature is inoculated with the test portion, then incub
°Cand 38 °C for 18 h.

antities (e.g. 1 1 or more), it is recommended to pre-warm the BPW to 34 °C to 38 °C bg
th the test portion.

Thment in/on selective-media

Vassiliadis medium with”soya (RVS broth) or Modified Semi-solid Rappaport-Vassil
ir and Muller-Kauffinann tetrathionate-novobiocin broth (MKTTn broth) are inocul
ture obtained in4.,Z.

The RVS br

h or the MSRV agar is incubated at 41,5 °C for 24 h and the MKTTn broth at 37 °C for 2

t[t
For some pfoducts;it’may be necessary to incubate the selective enrichment medium/media fqg

additional 7

4 h,

NOTE M

bject

bers
f low

ated

fore

adis
ated

4 h.

r an

SRV agar is intended for the detection of motile Salmonella strains and is not appropriate fo

r the

detection of non-motile Salmonella strains.

4.4 Plating out on selective solid media

From the cultures obtained in 4.3, the following two selective solid media are inoculated:

— Xylose Lysine Deoxycholate agar (XLD agar);

— any other solid selective medium complementary to XLD agar (for examples, see Annex E).

The XLD agar is incubated at 37 °C and examined after 24 h. The second selective agar is incubated
according to the manufacturer’s instructions.

© ISO 2017 - All rights reserved
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4.5 Confirmation

Colonies of presumptive Salmonella are subcultured and their identity is confirmed by means of
appropriate biochemical and serological tests.

5 Culture media, reagents, and antisera

For current laboratory practice, see ISO 7218 and ISO 11133.

Composition of culture media and reagents and their preparation are described in Annex B.

6 Equipment and consumables
Disposable equipment is an acceptable alternative to reusable glassware if it has suitable specifications.

Usugl microbiological laboratory equipment (see ISO 7218) and, in particulag, the following

6.1 | Apparatus for dry sterilization (oven) or wet sterilization (autoclave).

As specified in ISO 7218.
6.2 | Drying cabinet or oven, capable of operating between25C and 50 °C.
6.3 | Incubator(s), capable of operating in the range 34 °Cto 38 °C and at 37 °C £ 1 °C.

6.4 | Incubator, capable of operating at 41,5 %€ * 1 °C or water bath capable of dperating at
41,5/°C + 1 °C.

6.5 | Water bath, capable of operating at47 °C to 50 °C.
6.6 | Water bath, capable of operating at 37 °C =+ 1 °C.

6.7 | Water bath, capable of gperating at 45 °C = 1 °C.

It is fecommended to us€ a)water bath (6.4 to 6.7) containing an antibacterial agent because of the low
infeqtive dose of Salmonella.

6.8 | Refrigerator;capable of operating at 5 °C + 3 °C.
6.9 | Freezer, capable of operating at-20 °C £ 5 °C.

6.10 _Sterile loops, of approximate diameter, 3 mm (10 pl volume), and of 1 uyl volume and jnoculation
needle or wire.

6.11 pH-meter, having an accuracy of calibration of +0,1 pH unit at 20 °C to 25 °C.
6.12 Sterile tubes, bottles, or flasks with caps of appropriate capacity.

6.13 Sterile graduated pipettes or automatic pipettes, of nominal capacities of 25 ml, 10 ml, 1 ml,
and 0,1 ml.

6.14 Sterile Petri dishes, with a diameter of approximately 90 mm and (optional) large size (diameter
approximately 140 mm).

© IS0 2017 - All rights reserved 3
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7 Sampling

Sampling is not part of the method specified in this document (see the specific International Standard
dealing with the product concerned). If there is no specific International Standard, it is recommended
that the parties concerned come to an agreement on this subject.

A recommended sampling method is given in ISO/TS 17728I28] for food and animal feed, in ISO 707(2Z]
for milk and milk products, in ISO 13307(28] for sampling at the primary production stage, in
ISO 17604(29] for sampling of carcasses, and in ISO 18593(25] for sampling of surfaces.

It is important that the laboratory receives a sample which is representative and has not been damaged
or changed guring trarnsport or Storage.

8 Preparation of test sample

Prepare th¢ test sample from the laboratory sample in accordance with the specific Internatjonal
Standard dealing with the product concerned. If there is no specific Internatienal Standard, |it is
recommended that the parties concerned come to an agreement on this subject.

9 Procefure (see diagrams in Annex A)

9.1 Test portion and initial suspension

For prepardtion of the initial suspension, in the general case, usetas diluent the pre-enrichment medium
specified in|B.2 (buffered peptone water). Pre-warm the BPW.t6 room temperature before use.

In general, §in amount of test portion (mass or volume) is‘added to a quantity of BPW (mass or voliime)
to yield a tgnfold dilution. For this, a 25 g test portionis'mixed with 225 ml of BPW. However, for Jome
type of samples (e.g. boot socks, dust), it may be negessary to use another ratio.

For specifidproducts, follow the procedures specified in ISO 6887 (all parts).

This document has been validated for test-portions of 25 g. A smaller test portion may be used without
the need for additional validation/verification provided that the same ratio between (pre-)enrichment
broth and test portion is maintained. A larger test portion than that initially validated may be fised
if a validatjon/verification study has shown that there are no negative effects on the detectign of
Salmonella $pp.

NOTE1 Vhlidation can be.eonducted according to the appropriate parts of ISO 16140. Verification for popling
samples can pe conducted.aceording to the protocol described in ISO 6887-1:2017, Annex DI[38].

For large qqantities{e)g. 1 | or more), it is recommended to pre-warm the BPW to 34 °C to 38 °C bgfore
mixing it with thetest portion.

NOTE2  WHhen more than one 25 g test portion from a specified lot of product is to be examined and yvhen
evidence is avattabte—thatcombiningtestportiorsdoesotaffecttheresuttforthatparticutarfood;the test
portions can be pooled. More information on pooling of samples as well as a procedure to test the influence of
pooling on the sensitivity of the method can be found in ISO 6887-1[38].

9.2 Non-selective pre-enrichment
Incubate the initial suspension (9.1) between 34 °C and 38 °C (6.3) for 18 h + 2 h.

It is permissible to store the pre-enriched sample after incubation at 5 °C (6.8) for a maximum of 72 h
(see References [30] to [34]).

4 © IS0 2017 - All rights reserved
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9.3 Selective enrichment

9.3.1 General

Allow the selective enrichment media, RVS broth or MSRV agar (B.3 or B.4), and MKTTn broth (B.5) to
equilibrate at room temperature if they were stored at a lower temperature.

Minimize the transfer of particulate material from the pre-enrichment into the selective enrichment
media.

After incubation, it is permissible to store the selective enrichment at 5 °C (6.8) for a maximum of 72 h
(see[References [30] to [34]).

NOTE MSRV agar is intended for the detection of motile Salmonella strains and is not-approgriate for the
detegtion of non-motile Salmonella strains.

9.3.2 Procedure for food, animal feed samples, and environmental samples from the food
prodluction area

Transfer 0,1 ml of the culture obtained in 9.2 to a tube containing 10 nitof the RVS broth (Bl3) or to the
surface of a MSRV agar plate (B.4). Inoculate the MSRV agar with one to three equally spaded spots on
the qurface of the medium.

Trarlsfer 1 ml of the culture obtained in 9.2 to a tube containing10 ml of MKTTn broth (B.5).

Incupate the inoculated RVS broth at 41,5 °C (6.4) for 24 h'¢ 3 h.
Incupate the inoculated MSRV agar plates at 41,5 °C*6.4) for 24 h + 3 h. Do not invert the pllates.
Incupate the inoculated MKTTn broth at 37 °C (63) for 24 h + 3 h.
Susgect MSRV plates will show a grey-white}-turbid zone extending out from the inoculated|drop.

In dried milk products and cheese,~Salmonella may be sublethally injured. Incubate the selective
enrithment media from these produets for an additional 24 h + 3 h (see Reference [35]).

For §ome other products, e.g. when investigating outbreak samples, this additional incubati¢gn time may
also|be beneficial.

9.3.3 Procedure for'samples from the primary production stage

Inoculate the MSRV agar (B.4) with 0,1 ml of the pre-enriched culture (9.2) as one to three equally
spaded spots on-the surface of the medium.

Incupate theinoculated MSRV plates at 41,5 °C (6.4) for 24 h + 3 h.

Do notinvert the plates.

Suspect MSRV plates will show a grey-white, turbid zone extending out from the inoculated drop.
If the plates are negative after 24 h, re-incubate for a further 24 h + 3 h.

NOTE Sensitivity can be improved by using a second selective enrichment procedure, e.g. MKTTn broth
incubated at 41,5 °C for 24 h.[36]

© IS0 2017 - All rights reserved 5
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9.4 Plating out

9.4.1 General

From the selective enriched cultures (9.3), inoculate two selective isolation agar media. The first
isolation medium is Xylose Lysine Deoxycholate (XLD) agar. The second isolation medium is chosen by
the testing laboratory.

Choose a second selective plating medium which is complementary to XLD agar and is based on different
diagnostic characteristics to those of XLD agar to facilitate detection of, for instance, lactose positive or
H2S-negative Salmonella. For examples of isolation media, see Annex E.

Allow the XLD agar (B.6) plates and the second selective plating medium to equilibrate_at ‘rjoom
temperature if they were stored at a lower temperature. If necessary, dry the surface of\the plates
before use (see ISO 11133).

9.4.2 Prdcedure for food, animal feed samples, and environmental samples from the food
production area

From the cylture obtained in the RVS broth (9.3.2), inoculate by means of a 10,31 loop (6.10) the suiface
of an XLD pllate (B.6) so that well-isolated colonies will be obtained. Proceed in the same way with the
second seleftive plating-out medium.

From the ppsitive growth obtained on the MSRV agar (9.3.2), determine the furthest point of opaque
growth from the inoculation points and dip a 1 pl loop (6.10).just inside the border of the opaque
growth. Withdraw the loop ensuring that no large lumps of MSRV agar are extracted. Inoculatg the
surface of gn XLD plate (B.6) so that well-isolated coloniesWwill be obtained. Proceed in the same|way
with the se¢ond selective plating-out medium.

From the cplture obtained in the MKTTn broth (9.3:2), inoculate by means of a 10 ul loop (6.10) the
surface of ajn XLD plate (B.6) so that well-isolatedcelonies are obtained. Proceed in the same way with
the second gelective plating-out medium.

NOTE1 T¢ obtain well-isolated colonies, Marge size Petri dishes with plating-out media (diameter
approximately 140 mm) or two normal size plates (diameter approximately 90 mm) can be used.

Incubate the XLD plates inverted at37°C (6.3) for 24 h + 3 h.
Incubate the second selective plating-out medium in accordance with the manufacturer’s instructipns.

If the selective enrichmentinédia have been incubated for an additional 24 h, follow the same plating-
out procedyre as described’above.

Typical coldnies of Salmonella on XLD agar have a black centre and a lightly transparent zone of reddish
colour due fo the:colour change of the indicator.

NOTE 2  Sqlnionella H2S-negative variants grown on XLD agar are pink with a darker pink centre. Lacfose-
positive Salmonella grown on XLD agar are yellow with or without blackening. The occurrence of these
phenotypes is summarized in Table 1.

Check the second selective plating medium after the appropriate incubation time for the presence of
colonies which, from their characteristics, are considered to be presumptive Salmonella.

9.4.3 Procedure for samples from the primary production stage

From the positive growth obtained on the MSRV agar (9.3.3), determine the furthest point of opaque
growth from the inoculation points and dip a 1 pl loop (6.10) just inside the border of the opaque
growth. Withdraw the loop ensuring that no large lumps of MSRV agar are extracted. Inoculate the
surface of an XLD plate so that well-isolated colonies will be obtained. Proceed in the same way with
the second selective plating medium.

6 © IS0 2017 - All rights reserved
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Incubate the XLD plates inverted at 37 °C (6.3) for 24 h + 3 h.
Incubate the second selective plating medium in accordance with the manufacturer’s instructions.

Return negative MSRYV plates to the 41,5 °C incubator and incubate for a further 24 h + 3 h. Perform the
selective plating procedure if, after 48 h of incubation, these MSRV plates become positive.

Typical colonies of Salmonella on XLD agar have a black centre and a lightly transparent zone of reddish
colour due to the colour change of the indicator.

NOTE Salmonella H2S-negative variants grown on XLD agar are pink with a darker pink centre. Lactose-
positive Salmonella grown on XLD agar are yellow with or without blackening. The occurrence of these
phenptypes is summarized in Table 1.

Cheq
colo

k the second selective plating medium after the appropriate incubation time for.the presence of

hies which, from their characteristics, are considered to be presumptive Salmauella.

9.5 | Confirmation

9.5.1 General

The [combination of biochemical and serological test results indicate' whether an isolate be
genys Salmonella. For characterization of Salmonella strains, full serotyping is needed. G
serofyping is described in ISO/TR 6579-3[24],

ongs to the
uidance for

For
form
altey
of 54

For

some of the confirmation media as specified in 9.583\and in B.8 to B.12, alternative (d
ulations exist which may also be applicable for®iochemical confirmation of Salmo
native formulations are allowed, provided that*the performance for the biochemical c
Imonella is verified before use.

h clear distinction between positive and.negative biochemical reactions, it is helpful t

ommercial)
hella. These
bnfirmation

p verify the

reac
stra

tions of the media of each biochemical‘test with well-characterized positive and negative control
ns.

NOT

appe
cultu

ce and their
the selective

1 The recognition of colonies of Salmonella is, to a large extent, a matter of experien
arance can vary somewhat, notienly from serovar to serovar, but also from batch to batch of
re medium used.

If sh
used

own to be reliable, miniaturized galleries for the biochemical identification of Salmon
(see ISO 7218).

ella may be

NOT
of th

£ 2 Alternative)procedures can be used to confirm the isolate as Salmonella spp. providing the suitability
e alternative pfocedure is verified (see ISO 7218).

p

9.5.2 Selection of colonies for confirmation

Mark Guspect colonies on each plate (9.4). Select at least one typical or suspect colony for] subculture
and confirmation. If this IS negative, select up to four more suspect colonies ensuring that these
colonies are subcultured from different selective enrichment/isolation medium combinations showing
suspect growth.

Streak the selected colonies onto the surface of a pre-dried non-selective agar medium (B.7) in a manner
which will allow well-isolated colonies to develop. Incubate the inoculated plates between 34 °C and
38°C (6.3) for24h+ 3 h.

Alternatively, if well-isolated colonies (of a pure culture) are available on the selective plating media
(9.4), the biochemical confirmation can be performed directly on a suspect, well-isolated colony
from the selective plating medium. The culture step on the non-selective agar medium can then be
performed in parallel with the biochemical tests for purity check of the colony taken from the selective
agar medium.
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Use pure cu

Itures for biochemical and serological confirmation.

For epidemiological purposes or during outbreak investigations, confirmation of additional colonies,

e.g. five typical or suspect colonies from each selective enrichment/isolation medium combination, can be

NOTE
beneficial.
9.5.3 Bio

chemical testing

9.5.3.1 General

Inoculate the biochemical confirmation media with each of the cultures obtained from the colonies

selected in
9.5.3.4 shal
results of t}

9532 T
Streak the ¢
Interpret th
a) butt
— yel
— red
— bla
b) slant sy
— yel

red

The majorit
gas formati
the agar) (s

When a lact

Salmonella
NOTE K
9533 U

bulpbles or cracks: gas formation from glucose;

9.4 or 9.5.2. For confirmation of Salmonella spp., at least the tests specified in 9.33
be performed. The tests specified in 9.5.3.5 and 9.5.3.6 can also be performed wher
e other confirmation tests do not give a clear identification.

51 agar (B.8)
gar slant surface and stab the butt. Incubate at 37 °C (6.3) for 24 h + 3 h:

e changes in the medium as follows:

ow: glucose positive (glucose fermentation);
or unchanged: glucose negative (no fermentation ofglicose);

ck: formation of hydrogen sulphide;

rface
ow: lactose and/or sucrose positive-(lactose and/or sucrose fermentation);
or unchanged: lactose and sucrose negative (no fermentation of lactose or sucrose).

y of the typical Salmonella-cultures show alkaline (red) slants and acid (yellow) butts
pn (bubbles) and (in,about 90 % of the cases) formation of hydrogen sulfide (blackeni
pe Table 1).

0se-positive Salmonella is isolated, the TSI slant is yellow. Thus, preliminary confirmati
fultures shallnot be based on the results of the TSI agar test only (see 9.5.3.1).

ligler-Hajha’'medium gives similar results as TSI agar.

rea agar (B.9)

2 to
| the

with
ng of

bn of

Streak the agar slant surface. Incubate at 37 °C (6.3) for up to 24 h.

If the reaction is positive, urea is hydrolyzed, liberating ammonia. This changes the colour of phenol red
to rose-pink and later to deep cerise. The reaction is often apparent after 2 h to 4 h.

Typical Salmonella cultures do not hydrolyze urea so that the colour of the urea agar will remain

unchanged

9.5.3.4 L-

(see Table 1).

Lysine decarboxylation medium (LDC, B.10)

Inoculate just below the surface of the liquid medium. Incubate at 37 °C (6.3) for 24 h + 3 h.

Turbidity and a purple colour after incubation indicate a positive reaction. A yellow colour indicates a
negative reaction.

8
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The majority of the typical Salmonella cultures show a positive reaction in LDC (see Table 1).

9.5.3.5 Detection of 8 -galactosidase (B.11) (optional)

The [-galactosidase test can be used to distinguish Salmonella enterica subspecies arizonae and
diarizonae and other members of the Enterobacteriaceae (all give a positive reaction) from other
subspecies of Salmonella enterica (in general these give a negative reaction, see Table 1).

Several procedures to perform the f-galactosidase test exist. An example is given below.

Suspend a loopful of the suspected colony in a tube containing 0,25 ml of the saline solution (B.13).

Add|one drop of toluene and shake the tube. Place the tube in a water bath set at 37 °C (@J&) and leave
for geveral minutes (approximately 5 min). Add 0,25 ml of the reagent for detection of'3-galactosidase
(B.1]) and mix.

Replace the tube in the water bath set at 37 °C (6.6) and leave for up to 24 h.
A yel|low colour indicates a positive reaction. The reaction is often apparentafter 20 min.

If prepared paper discs are used for the detection of [-galactosidase, follow the manufacturer’s
instructions.

9.5.3.6 Medium for indole reaction (B.12) (optional)

The [indole test can be used when there is a need to differentiate Salmonella (generally indqle negative,
see Table 1) from Escherichia coli and Citrobacter (both indole positive) as these organisins can give
typital reactions on some of the Salmonella isolation<media.

Inocplate a tube containing 5 ml of the tryptone/toyptophan medium (B.12.1) with the suspected colony.
Incupate at 37 °C (6.3) for 24 h + 3 h. After iicubation, add 1 ml of the Kovacs reagent (B.12.2).

The formation of a red ring (surface layer) indicates a positive reaction. A yellow-brown ring (surface
layer) indicates a negative reaction.

© IS0 2017 - All rights reserved 9
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9.5.4 Serological testing

9.5.4.1 General

The pure colonies (9.5.2) showing typical biochemical reactions for Salmonella (9.5.3) are also tested
for the presence of Salmonella O- and H-antigens (and, in areas where Salmonella Typhi is expected in
the food supply, also for Vi-antigen) by slide agglutination using polyvalent antisera (B.14). The pure
colonies are cultured on a non-selective agar medium (B.7) and tested for auto-agglutination. Strains
that are auto-agglutinable cannot be tested for the presence of Salmonella antigens. Use the antisera
according to the manufacturer’s instructions if different from the method described below to detect the
presence of Salmonella Q- and H-antigens (and if necessarv also for Vi-;mfigpn)

The following tests (9.5.4.2 to 9.5.4.5) are the minimum required for serological testing of Salinonella spp.

Further guidance on serological confirmation and on serotyping is given in ISO/TR.6579-3[}4].

9.5.4.2 Elimination of auto-agglutinable strains

Placg one drop of saline solution (B.13) on a clean glass slide. Using a loop, disperse part of the colony to
be tgsted in the saline to obtain a homogeneous and turbid suspensipn.

Rock the slide gently for 5 s to 60 s (depending on the manufacturer’s instructions). (bserve the
suspension, preferably againsta dark background. If the bacteria have formed granules in the[suspension,
this [indicates auto-agglutination and serological confirmation will become complicated] Additional
information on the treatment of auto-agglutinating strains €an be found in ISO/TR 6579-3[24]).

9.5.4.3 Examination for O-antigens

one non-auto-agglutinating pure colony, proceed according to 9.5.4.2 using one drop of polyvalent
anti{O sera (B.14) in place of the saline solution.

If agplutination occurs, this is considered a positive reaction.

9.5.4.4 Examination for Vi-antigens (optional)

Usinlg one non-auto-agglutinating pure colony, proceed according to 9.5.4.2 using one drdp of anti-Vi
seral(B.14) in place of the saline solution.

If agplutination occurs, this is considered a positive reaction.

9.5.4.5 Examination for H-antigens

Usinjg one non-auto-agglutinating pure colony, proceed according to 9.5.4.2 using one drop of polyvalent
anti{H sera-{B.14) in place of the saline solution.

If agglutination occurs, this is considered a positive reaction.

9.5.5 Interpretation of biochemical and serological reactions

Table 2 gives the interpretation of the confirmatory tests (9.5.3 and 9.5.4) carried out on the colonies
used (9.5.2).

© IS0 2017 - All rights reserved 11
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Table 2 — Interpretation of confirmatory tests

Biochemical reactions Auto-agglutination Serological reactions Interpretation

Typical No 0- and H-antigens Strains considered to be

positive Salmonella

(and Vi positive if tested)

Typical No 0- and/or H-antigens Presumptive Salmonella

negative
Typical Yes Not tested because of

auto-agglutination
(see 9.5.4.2)
No typical reactions — — Not considered to\be
Salmonella

9.5.6 Serptyping

Strains that
for serotyp

If required,

are confirmed as Salmonella spp. (Table 2) can be further typed to serpvar level. Guid
ng is described in ISO/TR 6579-3[24].

typing [serJtyping, phage typing, molecular typing). If the strain is senttd.a reference centre, it shj

be accomp
was isolate

10 Expre

In accordan
portion of x

11 Perfos

nied by all relevant information such as confirmation results, source from which the st
1, and whether it concerns an isolate from an outbreak.

ssion of results

ce with the interpretation of the results, indicate Salmonella detected or not detected in g
g or x ml of product (see ISO 7218), or on theSurface area, or in an object (e.g. boot sockg

'mance characteristics of the-method

11.1 Interlaboratory studies

The perfor]
determine t
are summa
to matrix t)
indicated in
test portion

11.2 Sens

The sensitiy

mance characteristics ;of-the method were determined in interlaboratory studie
he specificity, sensitivity, and the LODsg of the method (see References [6] and [7]). The
[ized in Annex C. The)values derived from the interlaboratory studies may not be applid
ipes other thandthoese given in Annex C. Furthermore, the performance characteristi
Annex C werédetermined with individual test portions up to 25 g (or ml). When larger
s are used,tHe performance characteristics may be different.

tivity,

hity is defined as the number of samples found positive divided by the number of san|

ance

confirmed strains can be sent to a recognized Salmonella reference centre for definfitive

ould
rain

test

Nt

s to
data
able
'S as
size

ples

tested at a given level of contamination. The results are thus dependent on the level of contamination of

the sample.

11.3 Specificity

The specificity is defined as the number of samples found negative divided by the number of blank

samples tes

ted.

11.4 LODso

The LODsg (level of detection) is the concentration (cfu/test portion) for which the probability of

detection is

12

50 %.
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12 Test report

The test report shall specify the following:

the sampling method used, if known;
the size of the test portion and/or the nature of the object examined;
the test method used, with reference to this document, i.e. ISO 6579-1;

any deviation in the enrichment media or the incubation conditions used;

hll operating conditions not specified in this document, or regarded as optional, to
details of any incidents which may have influenced the results;

the results obtained.

bether with

© IS0 2017 - All rights reserved
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Annex A
(normative)

Diagrams of the procedures
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% Sample + Buffered peptone water (BPW):
o E Tenfold dilution (9.1 and 9.2)
a2 18h+2hat34°Cto38°C
g
- 0,1 ml culture 1 ml culture
S g + +
g E 10 ml RVS broth or on MSRV agar (9.3.2) 10 ml MKTTn broth (9.3.2)
3 24h+3hat41,5°C£1°C 24h+3hat37PC+1pC
)
XLD agar,

24h+3hat37°C%1°C (9.4.2)
+ second is6lation agar

Y

Testiat least 1 typical or suspect
coleny. If negative, test additional 4
marked colonies (9.5.2)

<: Plating-out

Y

Non-selective agar (9.5.2)
24h+3hat34°Cto38°C

Confirmation

Biochemical testing (9.5.3) Serological testing (9.5.4)

Expression of results
(Clause 10)

Figure A.1 — Diagram of procedure for detection of Salmonella in food, animal feed, and
environmental samples from the food production area
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16

Sample + Buffered peptone water

Pre-
enrichment

Tenfold dilution (9.1 and 9.2)
18h+2hat34°Cto38°C

(BPW):

A\

THCTT

MSRYV agar (9.3.3)
(2x)24h+3hat41,5°C+1

TCTT

Selective
anrvichiaan

U,1 ml culture 1n I-5 spots onto

°C

T

A

XLD agar

+ second isolation agar

24h+3hat37°Cz1°C (943)

Y

<|,: Plating-out

colony. If negative, test additio
marked colonies (9.5.2)

Test at least*typical or suspect

nal 4

A

Non-selective agar (9.5.2)

24h+3hat34°Cto38°C

Confirmation

Biochemical testing (9.5.3)

Serological testing (9.5.4)

Expression of results
(Clause 10)

Figure A.2 — Diagram of procedure for detection of Salmonella in animal faeces and in
environmental samples from the primary production stage
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(normative)

Culture media and reagents

B.1 _General

The |general specifications of ISO 11133 are applicable to the preparation and performande testing of
the ¢ulture media described in this annex. If culture media or reagents are prepared)from |dehydrated
complete media/reagents, or if ready-to-use media/reagents are used, follow’the manufacturer’s
instructions regarding preparation, storage conditions, expiry date, and use.

The ghelf life of the media indicated in this annex has been shown in some studies. The user|shall verify
this under their own storage conditions (as specified in ISO 11133).

Perfprmance testing for the quality assurance of the culture media is.described in B.15.

B.2| Buffered peptone water (BPW)

B.2.1 Composition

Pepfonea 10,0 g

Sod[um chloride 50g

Dis¢dium hydrogen phosphate dodecahydrabe 90¢g
(NapHPO4-12H20)b

Potassium dihydrogen phosphate (KH3P04) 15¢g

Water 1000 ml

a For example, enzymatic digest of casein.

b If disodium hydrogenphosphate with a different water content is used, amend
the mass of the ingredjentaccordingly. For example, in case of anhydrous disodium
hydfogen phosphate-(Na;HPO4), use 3,57 g.

B.2.2 Preparation
Dissplve the’components in the water by heating, if necessary.

Adjust-the'pH, if necessary, so that after sterilization, itis 7,0 £ 0,2 at 25 °C.

Dispense the medium into flasks (6.12) of suitable capacity to obtain the portions necessary for the test.
Sterilize for 15 min in the autoclave (6.1) set at 121 °C.

Store the medium in closed containers (6.12) at 5 °C (6.8) for up to six months.

© IS0 2017 - All rights reserved 17
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B.3 Rappaport-Vassiliadis medium with soya (RVS broth)

B.3.1 Solution A

B.3.1.1 Composition

Enzymatic digest of soya 50g
Sodium chloride 80g
Potassium dihydrogen phosphate (KH2P04) 14¢g
Dipotassiun hydrogen phosphate [K2;HPO4) 02g
Water 1000 ml
B.3.1.2 Preparation

Dissolve thd

The solutio}

B.3.2 Sol

B.3.2.1 C¢mposition

components in the water by heating to about 70 °C, if necessary.

1 shall be prepared on the day of preparation of the complete RVS medium.

ntion B

Magnesiunp chloride hexahydrate (MgCl-6H20) 400 g
Water 1000 ml
B.3.2.2 Preparation

Dissolve th¢

As this salt

magnesium chloride in the water.

is very hygroscopic, it is advisable to dissolve the entire contents of MgCl-6H,0 fr

m a
5 ml

east

newly opengd container according to the formula. For instance, 250 g of MgCl,-6H70 is added to 62

of water giying a solution of total volurfie\of 788 ml and a mass concentration of about 31,7 g per 100 ml
of MgCl,-6H0.

The solution may be kept in a-dark glass bottle with tight stopper at room temperature for at

two years.

B.3.3 Solption C

B.3.3.1 Co¢mposition

Malachite

Freen oxalate 04g

Water

100 ml

B.3.3.2 Preparation

Dissolve the malachite green oxalate in the water.

The solution may be kept in a dark glass bottle at room temperature for at least eight months.

18
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B.3.4 Complete medium

B.3.4.1 Composition

Solution A (B.3.1) 1000 ml
Solution B (B.3.2) 100 ml
Solution C (B.3.3) 10 ml

B.3.4.2 Preparation

Add[to 1 000 ml of solution A, 100 ml of solution B, and 10 ml] of solution C.

Adjust the pH, if necessary, so that after sterilization itis 5,2 + 0,2 at 20 °C to 25 °C.

Dispense the medium into tubes or flasks (6.12) of suitable capacity to obtain the portion

for the test, e.g. 10 ml quantities dispensed into tubes.
Sterllize for 15 min in the autoclave (6.1) set at 115 °C.

Storg the complete medium in closed tubes or flasks at 5 °C (6.8) for up'to three months.

NOTE The final medium composition is enzymatic digest of soya4;5 g/1, sodium chloride 7,2 g
dihyfilrogen phosphate (KH;PO4 + K;HPO4) 1,44 g/l, anhydrous magnesium chloride (MgCly)

maghesium chloride hexahydrate (MgCl-6H20) 28,6 g/1, and malachite green oxalate 0,036 g/I.

B.4| Modified semi-solid Rappaport-Vassiliadis (MSRV) agar

NOTE See Reference [12].

B.4./1 Solution A

B.4.1.1 Composition

Enzymatic digest of animal apd, plant tissue 46¢g
AciT hydrolysate of casein 46¢g
Sodjum chloride 73g
Potassium dihydrogen phosphate (KH;P04) 1,5¢g
Water 890 ml

B.4.1.2 Preparation

Dissplve the components in the water by heating to about 70 °C, if necessary.

S necessary

1, potassium
13,4 g/1, or

The solution shall be prepared on the day of preparation of the complete MSRV agar.

B.4.2 Solution B

B.4.2.1 Composition

Magnesium chloride hexahydrate (MgCl-6H20) 400 g
Water 1000 ml

B.4.2.2 Preparation

Dissolve the magnesium chloride in the water.

© IS0 2017 - All rights reserved
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As this salt is very hygroscopic, it is advisable to dissolve the entire contents of MgClp-6H70 from a
newly opened container according to the formula. For instance, 250 g of MgCl-6H;0 is added to 625 ml
of water giving a solution of total volume of 788 ml and a mass concentration of about 31,7 g per 100 ml

of MgCly-6H>0.

The solution may be kept in a dark glass bottle with tight stopper at room temperature for at least

two years.

B.4.3 Solution C

B.4.3.1 Composition

Malachite green oxalate 04g
Water 100 ml
B.4.3.2 Preparation

Dissolve th¢

The solutio

B.4.4 Bas

malachite green oxalate in the water.

e medium

B.4.4.1 C¢mposition

1 may be kept in a dark glass bottle at room temperature for at Je€ast eight months.

Solution A [B.4.1) 890 ml
Solution B [B.4.2) 100 ml
Solution C (B.4.3) 10 ml
Agara 2,7¢g
a It may be necessary to determine experimentally the concentration of agar
needed for the optimal swarming of Salmonelia (e.g. when using a batch of agar with
unknown gel strength).
B.4.4.2 Preparation
Add to 890 ml of solution A, 100"ml of solution B, and 10 ml of solution C and mix by agitation.
Add and sugpend the agdr.
Adjust the pH, if necessary, so that after sterilization, it is 5,2 (5,1 to 5,4) at 20 °C to 25 °C.

Heat to boil

Do not hold

B.4.5 Novobiocin solution

B.4.5.1 Composition

[ng {ith agitation. Do not autoclave.

Cool the medium to 47 °C to 50 °C (6.5).

Novobiocin sodium salt 0,05¢g
Water 10 ml
20
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B.4.5.2 Preparation

Dissolve the novobiocin sodium salt in the water.

Sterilize by filtration through a filter with a pore size of 0,22 pm.

1:2017(E)

The solution may be stored for up to four weeks at 5 °C (6.8) or in small portions (e.g. of 2 ml) at -20 °C

(€9)

for up to one year.

B.4.6 Complete medium

B.4.

b.1 Composition

Bas
Nov

1000 ml
2ml

e medium (B.4.4)
obiocin solution (B.4.5)

B.4.

Asey
50°

The

Pout

diampeter of 90 mm.

Alloy

Stor
the ¢

Do 1
Any

Imm
care
flow

NOT
How!
zone
bact

NOT
of ca

b.2 Preparation

tically, add 2 ml of the novobiocin solution (B.4.5) to 1 000 ml ofthase medium (B.4.4]
[. Mix carefully. The final concentration of novobiocin in the complete medium is 10 mg]

final pH shall be 5,2 (5,1 to 5,4) at 20 °C to 25 °C.

the medium into sterile Petri dishes (6.14) up to a-wolume of 15 ml to 20 ml in di

v the medium to solidify before moving and handle with care.

e the plates, with surface upwards, and protected from drying for up to two weeks at
lark.

ot invert the plates as the semi-soljd-agar is too liquid to do so.
plates in which the semi-solid agar has liquefied or fragmented shall not be used.

ediately, before use and ofly if visible moisture is apparent, dry the surface of the
fully, for example, by placing them with the lids off and the agar surface upwards in a
cabinet. Take care npt.to’overdry the medium.

1  The composition of MSRV agar, as described in Reference [12], contains 20 mg/l of
bver, from a scientific point of view, 10 mg/l novobiocin is preferred. Studies have shown larg
5 on MSRV agakwith a lower concentration of novobiocinl23] and the (negative) influence of n
brial motilityt22]

2 The final medium composition is enzymatic digest of animal and plant tissue 4,6 g/1, acid

magpésium chloride (MgClz) 10,9 g/l, or magnesium chloride hexahydrate (MgCl,-6H20) 28,6 g

sein4,6 g/1, sodium chloride (NaCl) 7,3 g/, potassium dihydrogen phosphate (KH2P04) 1,5 g

at 47 °C to
l.

shes with a

5 °C (6.8) in

agar plates
laminar air

novobiocin.
er migration
pvobiocin on

hydrolysate
1, anhydrous

1, malachite

green oxalate U,04 g/1, novobiocin sodium salt U,01 g/1, and agar 2,7 g/1.
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B.5 Muller-Kauffmann tetrathionate-novobiocin (MKTTn) broth

NOTE See Reference [14].

B.5.1 Base medium

B.5.1.1 Composition

Meat extraft 43¢g
Enzymatic|digest of casein 8,6¢g
Sodium chloride (NaCl) 2,6g
Calcium cafbonate (CaCO3) 38,7¢g
Sodium thipsulfate pentahydrate (NazS03-5H70) 478¢g
Ox bile for pacteriological use 478 ¢g
Brilliant grleen 9,6 mg
Water 1000,ml

B.5.1.2 Preparation

Dissolve the¢ components or the dehydrated complete medium in the water by heating, with frequent
agitation, uptil the medium starts to boil. Avoid overheating:

Adjust the pH, if necessary, so thatitis 8,0 + 0,2 at 25 °G;
Thoroughly mix the medium.

The base mpdium may be stored in closed flasks)(6.12) at 5 °C (6.8) for up to three months.

B.5.2 lodine-iodide solution

B.5.2.1 C¢mposition

Iodine 20,0 g
Potassium fiodide (KI) 250¢g
Water 100 ml

B.5.2.2 Preparation

Completely|dissolve the potassium iodide in 10 ml of water, then add the iodine and dilute to 100 ml
with sterile water. Do not heat.

Store the prepared solution in a (tightly) closed container (6.12) in the dark for up to one year.

B.5.3 Novobiocin solution

B.5.3.1 Composition

Novobiocin sodium salt 0,04 ¢
Water 5 ml
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B.5.3.2 Preparation
Dissolve the novobiocin sodium salt in the water.
Sterilize by filtration through a filter with a pore size of 0,22 pm.

The solution may be stored for up to four weeks at 5 °C (6.8) or in small portions (e.g. of 5 ml) at -20 °C
(6.9) for up to one year.

B.5.4 Complete medium

B.5.4.1 Composition

Basp medium (B.5.1) 1000 ml
Iodine-iodide solution (B.5.2) 20 ml
Novobiocin solution (B.5.3) 5ml

B.5.4.2 Preparation

Aseptically, add 5 ml of the novobiocin solution (B.5.3) to 1 000 mkef base medium (B.5.1). Mix, then
add R0 ml of the iodine-iodide solution (B.5.2). Mix well. The fifial concentration of novohjiocin in the
complete medium is 40 mg/1.

Dispense the medium aseptically into containers (6.12)0f suitable capacity to obtain the portions
necgssary for the test, e.g. 10 ml quantities dispensed into tubes. After preparation, the pH of complete
MKTTn broth will be approximately 8,0. If the complete' medium is not used immediately, stlore it in the
darK at 5 °C (6.8). The pH may drop during storage\due to chemical reactions. Do not use the complete
medjum if the pH drops below 7,0.

B.6| Xylose Lysine Deoxycholateagar (XLD agar)

NOTE See Reference [14].

B.6.1 Composition

Yeapt extract 30g
Sodjum chloride (Na€l 50g
Xylgse 375g
Lactose 75g
Sucrose 75g
L-Lysine hydrochloride 50¢g
Sodium thiosulfate 68¢g
[ron(IIl) ammonium citrate 08¢g
Phenol red 0,08g
Sodium deoxycholate 10g
Agar 9gto18ga
Water 1000 ml
a Depending on the gel strength of the agar.

B.6.2 Preparation

Dissolve the components or the dehydrated complete medium in the water by heating, with frequent
agitation, until the medium starts to boil. Avoid overheating.
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Adjust the pH, if necessary, so that the final pH shall be 7,4 £ 0,2 at 25 °C.

Pour the base medium into tubes or flasks (6.12) of appropriate capacity.

B.6.3 Preparation of the agar plates

Cool the medium to 47 °C to 50 °C in a water bath (6.5), mix, and pour into sterile Petri dishes (6.14).
Allow to solidify.

Immediately before use, dry the agar plates carefully (preferably with the lids off and the agar surface
downwards) in the oven (6.2) set between 25 °C and 50 °C until the surface of the agar is dry.

Store the pq

ured plates protected from drying, at 5 °C (6.8) for up to four weeks.

B.7 Nutrient agar (example of non-selective medium)

B.7.1 Composition

Meat extraft 30g
Peptone 50¢g
Sodium chloride (NaCl) (optional) 50¢g

Agar 9gt6A8 ga
Water 1.000 ml

a Depending on the gel strength of the agar.

B.7.2 Preparation

Dissolve the¢ components or the dehydrated complete medium in the water by heating, with frequent
agitation.

Adjust the pH, if necessary, so that after sterilization, it is 7,0 + 0,2 at 25 °C.
Transfer th¢ culture medium into tubes.qr flasks (6.12) of appropriate capacity.

Sterilize for] 15 min in the autoclavé (6.1) set at 121 °C.

B.7.3 Preparation of nutrient agar plates

Cool the m¢dium to 47 2€to 50 °C in a water bath (6.5), mix, and pour into sterile Petri dishes (4.14).
Allow to solidify.

Immediatelly befofeuse, dry the agar plates carefully (preferably with the lids off and the agar sujface
downwardg) in‘the oven (6.2) set between 25 °C and 50 °C until the surface of the agar is dry.

Store the poured ptates protected fromrdrying, at 5 ~C{&8) forup to four weeks:
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B.8 Triple sugar/iron agar (TSI agar)

B.8.1 Composition

ISO 6579-1:2017(E)

Meat extract 30g
Yeast extract 30g
Peptone 200g
Sodjum chloride (NaCl) 50¢g
Lactose 100 g
Suctose 100 g
Glugose 10g
[ron(III) citrate 03g
Sodjum thiosulfate 0,3g
Phepol red 0,024 g
Agalr 9 gte’18 ga
Water 1)000 ml
a Depending on the gel strength of the agar.

B.8.

Diss
agity

Adju
Disp
Ster
Alloy

Stor

NOTE

»

2 Preparation

st the pH, if necessary, so that after sterilization, itis 7,4 + 0,2 at 25 °C.
ense the medium into tubes or hottles (6.12) in quantities of 10 ml.

lize for 15 min in the autocldve (6.1) set at 121 °C.

v to set in a sloping position to give a butt of depth 2,5 cm to about 5 cm.

b the poured tubesproetected from drying, at 5 °C (6.8) for up to four weeks.

As an alternative, a double sugar/iron agar can be used (Kligler-Hajna).

blve the components or the dehydrated complete medium in the water by heating with frequent
ition.
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B.9 Urea agar (Christensen)

B.9.1 Base medium

B.9.1.1 Composition

Peptonea 10g
Glucose T0g
Sodium chloride (NaCl) 50¢g
Potassium [dihydrogen phosphate (KH2P04) 2,0g
Phenol red 0,012 ¢
Agar 9gto18gb
Water 1000 ml

a Forlexample, enzymatic digest of gelatine.

b Depending on the gel strength of the agar.

B.9.1.2 Preparation

Dissolve the components or the dehydrated complete base in.the water by heating with frequent
agitation.

Adjust the pH, if necessary, so that after sterilization, it is6,8 + 0,2 at 25 °C.
Pour the bage medium into tubes or flasks (6.12) of appropriate capacity.

Sterilize for

The base m

B.9.2 Urd

B.9.2.1 C¢mposition

15 min in the autoclave (6.1) set at 21 °C.

bdium may be stored in closed tubes or flasks at 5 °C for up to three months.

a solution

Urea 400 g
Water, to alfinal volume-of 1000 ml
B.9.2.2 Preparation

Dissolve the

urea in the water Sterilize by filtration fhrm]gh a filter with a pore size of 022 ym

See ISO 111

33.

B.9.3 Complete medium

B.9.3.1 Composition

Base (B.9.1) 950 ml
Urea solution (B.9.2) 50 ml
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B.9.3.2 Preparation

Add, under aseptic conditions, the urea solution to the base previously melted and then cooled to 47 °C
to 50 °C.

Dispense the complete medium into sterile tubes (6.12) in quantities of 10 ml.
Allow to setin a sloping position.

Store the poured tubes protected from drying, at 5 °C (6.8) for up to four weeks.

B.1) L-Lysine decarboxylation medium (LDC)

B.1(.1 Composition

L-Lysine monohydrochloride 50g
Yeat extract 30g
Glugose 10g
Bromocresol purple 0,015.g
Water 1,000 ml

B.1(.2 Preparation

Dissplve the components in the water by heating, if necessary.

Adjust the pH, if necessary, so that after sterilization,"it is 6,8 + 0,2 at 25 °C.

Trarsfer the medium in quantities of 2 ml to 5.ml'to narrow tubes (6.12) with screw caps.
Sterllize for 15 min in the autoclave (6.1) set-at 121 °C.

Storg the poured tubes at 5 °C (6.8) for;up to three months.

B.1]1 B-Galactosidase redagent (optional)

Additional to the reagent(described below, toluene is needed for the 3-galactosidase test.

B.11.1 Buffer solution

B.11.1.1 Composition

Sodjum diliydrogen phosphate (NaH2P04) 69g
Sodjium hydroxide, 10 mol/l solution approx. 3 ml
Water, to a final volume of 50 ml

B.11.1.2 Preparation

Dissolve the sodium dihydrogen phosphate in approximately 45 ml of water in a volumetric flask.
Adjust the pH to 7,0 = 0,2 at 25 °C with the sodium hydroxide solution.

Add water to a final volume of 50 ml.

The buffer solution may be stored in closed flasks at 5 °C (6.8) for up to six months.
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B.11.2 ONPG solution

B.11.2.1 Composition

o-Nitrophenyl 5-D-galactopyranoside (ONPG) 0,08g
Water 15 ml

B.11.2.2 Preparation

Dissolve the ONPG in the water at approximately 50 °C.

Cool the solpution.

B.11.3 Complete reagent

B.11.3.1 C¢mposition

Buffer solufion (B.11.1) 5 ml
ONPG solution (B.11.2) 15 ml

B.11.3.2 Preparation
Add the bufffer solution to the ONPG solution.

Store the cpmplete reagent in closed flasks (6.12) at 5 °C:6:8) for up to three months. Discard the
complete rdagent as soon as the colour changes to yellow.

B.12 Medjum and reagent for indole reaction (optional)

B.12.1 Tryptone/tryptophan medium

B.12.1.1 C¢mposition

Tryptone 10g
Sodium chloride (NaCl) 5g
DL-Tryptolhan 1g
Water 1000 ml

B.12.1.2 Preparation

Dissolve th¢ components in the boiling water.

Adjust the pH, if necessary, so that after sterilization, itis 7,5 + 0,2 at 25 °C.
Dispense the medium into tubes (6.12) in quantities of 5 ml.
Sterilize for 15 min in the autoclave (6.1) set at 121 °C.

Store the poured tubes at 5 °C (6.8) for up to three months.
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B.12.2 Kovacs reagent

B.12.2.1 Composition

4-Dimethylaminobenzaldehyde 5g
Hydrochloric acid, p = 1,18 g/ml to 1,19 g/ml 25 ml
2-Methyl-2-butanol 75 ml

B.12.2.2 Preparation

Mix

Stor

1:2017(E)

the components.

b the complete reagent in closed flasks (6.12) in the dark at 5 °C (6.8) for up to siX|ntont

B.1B Saline solution

B.13.1 Composition

Sodjum chloride (NaCl) 85¢
Water 15000 ml

B.13.2 Preparation

Diss

Adjust the pH, if necessary, so that after sterilization, it is 7,0 £ 0,2 at 25 °C.

Displense the solution into flasks or tubes (6312) of suitable capacity to obtain the portion

fort
Ster

Stor

B.1

Sevdral types of agglitinating sera containing antibodies for one or several O-antigens a

com
Sera

poly

B.1

blve the sodium chloride in the water.

he test.
lize for 15 min in the autoclave (6.1) set at 121 °C.

b the solution in closed flasksytubes at 5 °C (6.8) for up to six months.
i Antisera

mercially, i.ecantisera containing one or more “0” groups (called monovalent or polyv
, anti-Vi seta,and antisera containing antibodies for one or several H-factors (called md
valent anti*H sera).

bPerformance testing for the quality assurance of the culture media

S necessary

re available
hlent anti-O
novalent or

The definition of selectivity and productivity is specified in ISO 11133. In general, follow the procedures
for performance testing described in ISO 11133. For performance testing of selective liquid media and
MSRYV agar, use the same inoculum volume as specified in 9.3.2. For MSRV agar the inoculum should
contain 103 cfu to 104 cfu for determining productivity and 104 cfu to 106 cfu for determining selectivity
(see ISO 11133). For the other media, the inoculum levels for the target and the non-target organisms
are specified in ISO 11133:2014, 5.4.
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Table B.1 — Performance testing for the quality assurance of the culture media

Medium | Function Incubation Control strains WDCM Criteriab
numbersa
BPW Productivity |18 h+ 2 h/ Salmonella Typhimuriumed 00031 Turbidity (1-2)
34°Cto38°C | sgimonella Enteritidiscd 00030
MKTTn |Productivity Salmonella Typhimuriumed {00031 >10 characteristic
broth Salmonella Enteritidisc.d 00030 colonies on XLD agar or
other medium of choice
+ Escherichia colid 00012 or
00013
24h+3h/ ;
379C £ 19C + Pseudomonas aeruginosa  |00025
Jelectivity Escherichia colid 00012 or |Partial inhibition
00013 <100 colonies’'on TSA
Enterococcus faecalisd 00009 or |<10 colonies on TSA
00087
RVS broth | Productivity Salmonella Typhimuriumed 00031 >10Characteristic
Salmonella Enteritidisc.d 00030 colonies on XLD aga For
other medium of chagice
+ Escherichia colid 00012 or
00033
24h+3h/ .
41,5°C +1°C + Pseudomonas aeruginosa 00025
Jelectivity Escherichia colid 00012 or |Partial inhibition
00013 <100 colonies on TSA
Enterococcus faecalisd 00009 or [<10 colonies on TSA
00087
MSRV Productivity Salmonella Typhimuriumed 00031 Grey-white, turbid zpne
agar extending out from
inoculated drop(s).
Salmonella Enteritidisc.d 00030 After 24 h to 48 h, te
turbid zone(s) will be
(almost) fully migrafed
over the plate. Possiple
extra: characteristic
2x(24h+3h)/ colonies after
41,5 °C HT¥€ subculturing on XL
agar
§electivity Escherichia colid 00012 or |Possible growth at the
00013 place of the inoculated
drop(s) without a tuybid
zone
Enterococcus faecalisd 00009 or |No growth
00087
a Refer tO }lC leCl CIILT Dtl ()lill \,qtqlusuc Cl‘l: VV VV VV.VV f\/k,-;llf\} fUl illfUl lllolt;Ull UIl \_ultulc LU:}CL‘I:;UII Dtl ﬂ;ll llullllLJCl and

contact details; WDCM: World Data Centre for Microorganisms.

d  Strain free of choice; one of the strains has to be used as a minimum.

b Growth is categorized as 0: no growth, 1: weak growth (partial inhibition), and 2: good growth (see I1SO 11133).

¢ Some national restrictions and directions may require the use of a different serovar. Make reference to national
requirements relating to the choice of Salmonella serovars.
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Table B.1 (continued)
Medium | Function Incubation Control strains WDCM Criteriab
numbersa
XLD agar |Productivity Salmonella Typhimuriumed {00031 Good growth (2) of
Salmonella Enteritidisc.d 00030 colonies with _black
centre and a lightly
transparent zone of
reddish colour due
24h+3h/ to the colol_lr change
37°C+1°C of the medium
SEelectivity Escherichia colid 00012 or |Growth or, pprtial
00013 inhibition (0-1) of
yellow:. colonfies
Enterococcus faecalisd 00009 or |Tostal.inhibitfion (0)
00087
Nutfient |Productivity |24 h+3h/ Salmonella Typhimuriumed {00031 Good growth
o o
agay 34°Ct038°C | sgimonella Enteritidised 00030
a  Refer to the reference strain catalogue at www.wfcc.info for information on éutture collection strain pumbers and
contpct details; WDCM: World Data Centre for Microorganisms.
b Growth is categorized as 0: no growth, 1: weak growth (partial inhibition), arid 2: good growth (see ISO 1[1133).
¢ Bome national restrictions and directions may require the use of-a\different serovar. Make reference to national
requlirements relating to the choice of Salmonella serovars.
d  Btrain free of choice; one of the strains has to be used as a minifnum.
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Annex C

(informative)

Method validation studies and performance characteristics

C.1 Performance characteristics RVS broth and MKTTn broth

Internationpl interlaboratory studies were organized in 2000 in the frame of the European project|SMT
CT 96 2099 (see References [8] and [15]). These studies involved 11 laboratories in nine countrigs in
Europe and| 10 laboratories in USA and were carried out on fresh cheese curd, dried egg\powder,| raw
poultry meft, and a reference material. The food samples were each tested at low and high levels of

contaminatjon, plus a negative control.

The metho
including s
Salmonella

submitted to the interlaboratory studies was that of ISO 6579:2002 (see Reference|[1]),

in this document.

The values
type of san
calculations

elective enrichment in RVS broth and MKTTn broth. The procedure for detection of
n food samples as described in ISO 6579:2002 is comparable to-the procedure as descrjibed

of the performance characteristics derived from this\cCollaborative test are shown| per
ple in Tables C.1 to C.4. Data obtained by some laboratories have been excluded from the
only on the basis of clearly identified technical reasons (deviations to the protocol).

Thble C.1 — Results of data analysis obtained\with fresh cheese curd samples
Parameter Fresh cheese | Fresh cheese Fresh chegse
curd curd curd
(blank) (low level (high levdl
contamination)2 | contaminatipn)a

Number of garticipating collaborators 23 23 23
Number of samples per collaborator 5 5 5
Number of dollaborators retained after.évaluation of the 21 21 21
data
Number of samples retained afterevaluation of the data 105 105 105
Test portion size,in g 25 25 25
Specificity, in % 100 — —
Sensitivity, In % — 74,3 83,8
LODsg (95 % confidence interval), in cfu/test portion — 5,7 (4,0 to 8,1)

a  Cheeses

hmples were artificially contaminated with Salmonella Montevideo (lactose positive strain).

Most probable number (MPN) results of the artificially contaminated samples were the following:

MPN/25 g
Low level 0,7 (0,2 to 2,4)
High level 37,2 (7,5t095,0)
32 © IS0 2017 - All rights reserved


https://standardsiso.com/api/?name=78f6d47bad8eb28f1a7cde7d8527a04f

ISO 6579-1:2017(E)

Table C.2 — Results of data analysis obtained with dried egg powder samples

Parameter Trial I dried Trial I dried Trial I dried Trial Il dried
egg powder egg powder egg powder egg powder
(blank) (low level (high level (low level
contamination)2 | contamination)a | contamination)a

Number of participating collaborators 26 26 26 9
Number of samples per collaborator 5 5 5 5
Number of collaborators retained 21 21 21 8
after evaluation of the data
Nunpber of samples retained after 105 105 104 40
evaluation of the data
Test{portion size, in g 25 25 25 25
Spegificity, in % 100 — — nd
Sengitivity, in % — 98,1 99 nd
LODE50 (95 % confidence interval), in — 6,0 (472to0 7,7)
cfu/ftest portion

nd =[not determined.

a  Eggpowder samples were artificially contaminated with Salmonella Panama:

MPN

MPN/25 g
TrialI low level 9,6 (2,2 to 26)
Trial I high level 115 (22,5 to 495)
Trial IT low level 0,7 (0,2 to0 2,3)

results of the artificially contaminated samples were the following:

Table C.3 — Results of data analysis obtained with raw poultry meat samples

Parameter Trial I Trial I raw Trial I raw Trial Il raw Trjial Il raw
raw poultry meat poultry meat | poultry meat po:[ltry meat
pz;l‘:;:y (low level (high level (low level (high level
contamination)a | contamination)a | contamination)?2 | contamination)a

(blank)

Nunpber of participating 25 25 25 13 13

collgborators

Nunpber of samples per 5 5 5 6 6

collgborator

Nunpber of collaborators 20 20 20 13 13

retafined aftéx'evaluation

of tHe data

Nunpb€r, of samples 100 99 100 78 78

reta;ucd Gftcl Cva}uatiuu

of the data

Test portion size, in g 25 25 25 25 25

Specificity, in % 100 — — nd nd
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Table C.3 (continued)

MPN results

Trial I low l¢vel
Trial I high level
Trial II low level

Trial IT high|level

MPN/25 g
3,7 (1t09,5)
5,8 (1 to 25)
0,2 (0,04 to 0,9)
1,0 (2,2 to 4,5)

naturally contaminated with Salmonella spp. in Trial II.

of the contaminated samples were:

Parameter Trial I Trial I raw Trial I raw Trial Il raw Trial Il raw
raw poultry meat poultry meat | poultry meat | poultry meat
pg:lel;It‘y (low level (high level (low level (high level
contamination)a | contamination)a | contamination)?2 | contamination)a

(blank)

Sensitivity, in % — 98 100 nd nd

LODs5g (95 % confidence — nd nd 2,2(1,5t03,2)

interval), in cfu/test

portion

nd = not detprmined.

a Poulltry meat samples were artificially contaminated with Salmonella Typimurium in Trial 'and wdre

Table C.4 — Results of data analysis obtained with reference materials

Parameter

Reference material

(capsules containing approx. 5 cfu of S. Typhimurifim)

Number of lpboratories having returned results 26
Number of samples per laboratory

Number of gxcluded laboratories

Number of lpboratories retained after exclusion 25
Number of gccepted samples 125
Specificity, in % —
Sensitivity, In % 94,4

C.2 Perfprmance characteristics of MSRV agar for detection of Salmonella spp{i
animal feed

food and
In 2003, a

validation study conforming to ISO 16140:2003[5] was performed (see Reference [9

) to

compare recovery using MSRV agar alone with the method described in ISO 6579:2002[1] (using the

selective enrichment media, RVS broth and MKTTn broth). The results of the method comparison

part

of this study are summarized in Tables C.5 and C.6. As part of the study, an interlaboratory comparison
study was also performed of which results are summarized below Tables C.5 and C.6.

34
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Table C.5 — Number of tested samples in the method comparison study on validation of

MSRV agar
Food categories Positive Negative Total
n.c. a.c. total

Meat and meat products 26 13 39 40 79
Dairy products 13 18 31 36 67
Fish _seafood, vegetables 4 28 32 32 64
Eggproducts, pastry 3 29 32 34 66
Environmental samples 0 30 30 31 61
Totql 46 118 164 173 337
n.c. 3 naturally contaminated; a.c. = artificially contaminated.

Table C.6 — Results of method comparison study of the validation study of MSRYV agar

Foofl categories AC (%) SP (%) SE (%)
Meaf and meat products 96 98 95
Dairly products 100 100 100
Fish| seafood, vegetables 95 94 97
Eggproducts, pastry 98 100 97
Environmental samples 98 100 97
All damples 98 98 97
AC =[relative accuracy; SP = relative specificity; SE = relative sensitivity.

Othg

r results of the method comparison study are as follows:

— Ppight deviating results (five negative deviations and three positive deviations), not signjificant;

— relative detection level for thee.five matrices was 0,49 to 0,78 Salmonella cells per 25 g o

Rest

1ts of the interlaboratory comparison study are as follows:

nclusivity tested on 55(Salmonella food isolates (10 cfu/ml to 90 cfu/ml in BPW);

pxclusivity tested @n-48 non-Salmonella strains interfering with Salmonella detecti
(104 to 106 cfu/mil it BPW);

results inclusivity/exclusivity study showed method specificity. Three Salmonella s
hot detected (2x S. Paratyphi A, 1x S. Enteritidis) and two strains of Enterobacter
presumptive positive results.

" ml;

n methods

rains were
Joacae gave

— 29 participating laboratories from 10 different countries;

— each lab tested 24 artificially contaminated skim milk powder samples at three different
contaminationlevels (0 cfu/25g, 10 cfu/25 g, 30 cfu/25 g). Eight replicate samples per contamination
level were tested;

— duplicate testing with MSRV agar and ISO 6579:2002[1];

— 240 results per method;

— no outliers;

— for all contamination levels: AC, SE, SP: 100 %, and confidence interval: 98 %;

— two false-positive results, most likely due to cross-contamination.
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C.3 Performance characteristics of MSRV agar for detection of Salmonella spp. in
animal faeces and in environmental samples from the primary production stage

The precision data of MSRV agar for detection of Salmonella spp. in animal faeces and in environmental
samples from the primary production stage were calculated from three different interlaboratory
studies organized by the EURL-Salmonella, RIVM, The Netherlands. This concerned studies organized
in 2008I[16], 2012[17] and 2013.[21] The samples tested in the three studies were, respectively, chicken
faeces, pig faeces, and boot socks. The samples were each tested at two different levels of contamination,
plus a negative control. All studies were funded by the European Commission and the latter study was
also performed as part of the CEN mandate M381.
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ar. This method has been incorporated in this document.

Table C.7 — Results of data analysis obtained with chicken faeces samples

pf the performance characteristics derived from the interlaboratory studieSdre showr
ple in Tables C.7 to C.9. Data obtained by some collaborators have been/excluded fronj the
only on the basis of clearly identified technical reasons (deviations to thé protocol).

submitted to the interlaboratory studies was that of ISO 6579:2002/Amd 1:2007[2lfof the
[ Salmonella in samples from the primary production stage including selective enrichinent

| per

Parameter Chicken faeces +
Blank STM52 STM44a SE7a SE91a

Number of garticipating collaborators 32 32 32 32 3p
Number of samples per collaborator 5 5 5 5 q
Number of dollaborators retained after evaluation 19 19 19 19 1p
of the data
Number of samples retained after evaluation of the 95 95 95 95 9b
data
Test portior size,in g 10 10 10 10 1p
Specificity, in % 100 — — — -+
Sensitivity ﬂer serovar and level, in % — 96,8 100 674 140
LODsq per sgrovar (95 % confidence interval), in — 1,0 (0,7 to 1,4) 4,3(3,3to5,4)
cfu/test porttion
LODs5g overdll (95 % confidence intetyal), in — 2,5(2,1t0 3,0)
cfu/test porttion
a  Chicken faeces samples were-artificially contaminated with reference materials with the following strains and leyels:

Salmonelli Typhimurium (STM) at a level of 5 cfu/test portion and a level of 44 cfu/test portion;

Salmonellgi Enteritidis\(SE) at a level of 7 cfu/test portion and a level of 91 cfu/test portion.
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Table C.8 — Results of data analysis obtained with pig faeces samples

Parameter Pig faeces +
Blank SD6a SD372 STM102 | STM58a

Number of participating collaborators 33 33 33 33 33
Number of samples per collaborator 5 5 5 5 5
Number of collaborators retained after 26 26 26 26 26
evaluation of the data
Number of samples retained after evaluation 130 130 130 130 130
of the data
Test]portion size,in g 25 25 25 25 25
Spegificity, in % 99,2 — — L —
Sengitivity per serovar and level, in % — 88,5 97,7 91,5 98,5
LODf5o per serovar (95 % confidence interval), — 2,8 (2,2t03,5) 3,8 (3,0 to 4,7)
in cflu/test portion
LODf5o overall (95 % confidence interval), in — 3,2(2,8t0 3,8)
cfu/test portion

a  Pigfaeces samples were artificially contaminated with reference materials with'the following strains andl levels:

[ WV

almonella Derby (SD) at a level of 6 cfu/test portion and a level of 37 cfu/testportion;

aimonella Typhimurium (STM) at a level of 10 cfu/test portion and atevel of 58 cfu/test portion.

Table C.9 — Results of data analysis obtained with boot sock samples

Parameter Boot socks
+10 g laying hen environmental
material +
Blank STM9a STM81a
Number of participating collaborators 36 36 36
Number of samples per collaborator 8 8 8
Number of laboratoriés retained after 33 33 33
evaluation of the data
Number of sample’s retained after 264 264 264
evaluation of the data
Sample size Boot Boot socks
socks
Speeificity, in % 99,6 — —
Sensitivity per level, in % — 94,7 98,1
LODs5g (95 % confidence interval), — 3,8 (3,2t04,4)
in cfu/sample
a The boot sock samnles were artificially contaminated with a diluted culture of

Salmonella Typhimuriumr(STM) atalevel of 9 cfu/sample and a level of 81 cfu/sample.
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Annex D
(normative)

Detection of Salmonella enterica subspecies enterica serovars

Typhi and Paratyphi

D.1 Genc

Certain sergvars of Salmonella are not consistently detected by the method described in this docu

This annex
enterica ser|
shall also b

NOTE S
health and s
specifically

described in

D.2 Detection of Salmonella Typhi and Salmonella Paratyphi

D.2.1 Pri
WARNING
Appropriat
D.2.1.1 G4
See 4.1.

D.2.1.2 Pi
See 4.2.

D.2.1.3 E

See 4.3. SeIenite cystine medium (SC) is inoculated with the culture obtained in 4.2 in additig

inoculation

bral

specifies additional steps to be taken when the detection of Salmonella enterica subs

e performed.

rains of serovar Gallinarum (biovars gallinarum and pullorum) are of:ne’significance to hy
b their isolation is not included in this document (see Reference [19])¢ However, if these biovarj
ought, Selenite Cystine medium (SC) can be used in addition to RVS broth and MKTTn bro
this annex.

hciple

— Salmonella Typhi and Salmonella Paratyphi are Hazard Group 3 organi
e containment facilities should be used'when handling these strains.

bneral

e-enrichment in non-selective liquid medium

richment in-selective liquid media

of RVSsbroth and MKTTn broth.

The SC mediium is incubated at 37 °C (6.3) for 24 h and 48 h.

ent
p}_lcies
pvars Typhi and Paratyphi is of specific concern. The full method described\in‘this docuinent

man
S are
th as

n to

D.2.1.4 Pl

ating out and identification

See 4.4. Bismuth sulphite agar (BS) is inoculated with the cultures obtained in 4.3 and D.2.1.3 in
addition to XLD agar.

The BS agar is incubated at 37 °C (6.3) and examined after 24 h, and again, if necessary, after 48 h.

D.2.1.5 Confirmation of identity

See 4.5.
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D.3 Culture media

D.3.1 Selenite cystine medium (SC)

WARNING — Sodium hydrogen selenite is potentially teratogenic and may harm the unborn child.
Appropriate protective precautions should be taken when preparing and handling this medium.

D.3.1.1 Base medium

D.3.1.1.1 Composition
|

Pepkonea 50¢g
Lactose 40¢g
Dis¢dium hydrogen phosphate dodecahydrate 10,0 g
(NapHPO04.12H0)

Sodjum hydrogen selenite 40g
Watler 1000 m
a For example, enzymatic digest of casein.

D.3.1.1.2 Preparation

Dissplve the sodium hydrogen selenite in the water, then‘add the remaining ingredients. Hefat to boiling
to dissolve.

D.3.1.2 L-Cystine solution

D.3.1.2.1 Composition

L-Cystine 01g
Sodjum hydroxide solution, ¢ (NaOH) = 1 mol/I 15 ml
Stetfile water Approx. 85 ml

D.3.1.2.2 Preparation

Add|the components-to a sterile 100 ml one-mark volumetric flask (D.4.2). Dilute to thel mark with
ster{le water. Dot sterilize.

D.3.1.3 Cemplete medium

D.3.1.31 Composition

Base (D.3.1.1) 1000 ml
L-Cystine solution (D.3.1.2) 100 ml

D.3.1.3.2 Preparation

Add the L-cystine solution aseptically to the base. Adjust the pH, if necessary, so that the final pH will be
7,0 £ 0,2 at 25 °C. Dispense the medium aseptically into sterile tubes or flasks (6.12) to achieve a depth
of atleast 5 cm. Sterilize by steaming for 15 min. Do not autoclave.

Store the poured tubes at 5 °C (6.8). The medium may be used until a red precipitate occurs.
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D.3.2 Bismuth sulfite agar (BS)

D.3.2.1 Composition

Enzymatic digest of animal tissues 100 g

Meat extract 50g

Dextrose 50g

Disodium hydrogen phosphate (anhydrous) (Nap;HPO4) 40g

Ferrous sulfate (anhydrous) 03g

Bismuth slfite (indicator) 80g

Brilliant grleen 0,025¢g

Agar 200g

Water 1000 ml

D.3.2.2 Preparation

Add the components to the water and heat with frequent agitation until boiling. Continue to boil g¢ntly
for 30 s to §0 s to dissolve the agar and obtain a uniform suspension (precipitate will not dissolve).|Cool
to 47 °C to 30 °C, then gently agitate to suspend the precipitate.

Adjust the
Pour 20 ml

H, if necessary, so thatitis 7,7 £ 0,2 at 25 °C.

straw colour with a smooth cream-like opacity.

Prepare thd

Dry the plat

D.3.3 Per

es, if necessary, before use. Do not overdry.

formance testing

plates the day before use and store in the dark at ambient temperature.

to 25 ml into Petri dishes (6.14) and allow to set.£orrectly prepared plates will be a|pale

The definition of selectivity and productivity is specified in ISO 11133. The inoculum volume should be

the same as
target orga

hisms specified in SO 11133:2014, 5.4.

that used in the methodfor-that medium and should contain the number of target or jnon-
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