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FOREWORD

1SO (the International Organization for Standardization) is a worldwide federation
of national standards institutes {ISO Member Bodies). The work of developing
International Standards is carried out through 1SO Technical Committees. Every
Member Body interested in a subject for which a Technical Committee has been set
up 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.

Draft International Standards adopted by the Technical Committees are circulated
to the Member Bodies for approval before their acceptance as International
Standards by the 1SO Council. :

International Standard 1SO 3565 was drawn up by Technical Committee
ISO/TC 34, Agricultural food products, and circulated to the Member Bodies in
May 1974,

It has been approved by the Member Bodies of the following countries :

Australia Germany Romania

Austria Hungary South Africa, Rep. of
Belgium India Spain

Bulgaria Iran Thailand

Canada Israel Turkey

Egypt, Arab Rep. of Mexico Yugostavia

Ethiopia Netherlands

France Poland

The Member Bodies of the following countries expressed disapproval of the
document on technical grounds :

New Zealand
United Kingdom

© International Organization for Standardization, 1975 e

Printed in Switzerland
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INTERNATIONAL STANDARD

ISO 3565-1975 (E)

Meat and meat products — Detection of sa/monella

(Reference method)

1 SCOPE

This International Standard specifies a reference method
for the detection of salmonell& in meat and meat products.

2 FIELD OF APPLICATION

The method can be applied to all kinds of meat and meat
products.

3 REFERENCE

1SO 3100, Meat and meat products — Sampling.

4 DEFINITIONS

4.1 salmonelle : Micro-organisms which form typical
colonies on solid selective media and which display the
biochemical and serological characteristics described when
the test is carried out according to this method.

4.2 detection of sa/monellae : Determination of the
presence or absence of these micro-organisms, in a
particular mass, when the test is carried out according to
the method described.

5 PRINCIPLE

The detection of sa/monella necessitates four successive
stages, because they are usually present in low numbers,
sometimes in an injured state, and often in the presence of
considerably larger numbers of other members of
Enterobacteriacea.

5.1 Pre-enrichment : incubation of the samples in a
non-selective liquid medium at 37 °C.

5.2 Enrichment : inoculation of two liguid selective media
with the incubated pre-enrichment medium followed by
incubation at 37 °C or 42 to 43 °C respectively.

5.3 Plating out : inoculation of the two enrichment media
onto solid, selective diagnostic media which, after

Full document details: ISO 3565-1975

incubation at 37 c’C, are examined for the presence of
colonies which from their characteristics are considered
presumptive sa/monella. :

5.4 Confirmation: subculturing of colonies of presumptive
salmonell@ and determination of their biochemical and
serological characteristics.

6 CULTURE MEDIA AND REAGENTS

6.1 Basic materials

For uniformity of results, it is recommended that either
dehydrated culture medium components of uniform quality
and analytical grade chemicals, or a dehydrated complete
medium, be used. The water used shall be distitied water or
water of at least equivalent purity.

NOTE — With regard to brilliant green, note the specifications given
in the annex. I dehydrated complete media are used, they should be
prepared and used as recommended by the media suppliers.

, 6.2 Culture media

6.2.1 Buffered peptone water

Composition
peptone 10,0 ¢
sodium chioride 509
disodium hydrogen phosphate
(NazHP04'12H20) 9,09
potassium dihydrogen phosphate .
{KH,PO,) ’ ‘ 1549
water 1000 ml
Preparation |

Dissolve the components in the water by boiling.

Adjoust the pH so that after sterilization it is 7,0+0,1 at
20 C.

Transfer the medium in quantities of 225 ml into flasks
of 500 ml capacity.

Sterilize the medium for 20 min DchmentS
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6.2.2 Tetrathionate medium (Muller Kauffmann)

6.2.2.1 Base

Compoaosition
meat extract R o ' 509
peptone : 100g
sodium chloride 3.04¢g
calcium carbonate 45 g
water 1 000 ml

Preparation. - .

Add the déhydfated base components or the dehydrated
complete base to the water and boil until complete
dissolution of the soluble components.

“Adjust the pH so v;ch’ét after sterilization it is 7,0 + 0,1 at
20°c.

Sterilize the base for 20 minat 121 1°C.

6.2.2.2 SODIUM THIOSULPHATE SOLUTION

Composition
sodium thiosulphate (Na;S,03-5H,0) 50,0 g
100 ml

water to a final volume of
Preparation .. .

Diss_o!\}e, the, sodvium) thiosu'lphate' in a part of the water.

Dilute to the final volume. -

‘Sterilize the solution for 20 min at 121+ 1 °C.

6.2.2.3 |ODINE SOLUTION

Composition
iodine 200g
potassium iodide 25049
water to a final volume of 100 ml

Preparation

" Dissolve the potassium iodide in a minimal volume of
~ water and add the iodine.

Shake until solution is complete.
Dilute to the final volume.

Store the solution in a tightly closed opague container.

6.2.2.4 BRILLIANT GREEN.SOLUTION

Composition
‘brilliant green ~~ 0bg
water 100 m!
2
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Preparation
Add the brilliant green to the water.

Store the solution at least for one day in the dark to
allow auto-sterilization to occur.

6.2.25 Ox BILE SOLUTION

Composition
ox bile, desiccated 10,09
water 100 ml
Preparation '

Dissolve the desiccated ox bile in the water by boiling.

Sterilize the solution for 20 min at 121+ 1 °C.

6.2.2.6 COMPLETE MEDIUM

Compositfon
base (6.2.2.1) 900 m!
sodium thiosulphate solution (6.2.2.2} 100 mi
iodine solution (6.2.2.3) 20 ml

brilliant green solution {6.2.2.4) 2mi
ox bile solution (6.2.2.5) 50 ml

Preparation

Add to the base, under aseptic conditions, the other
ingredients in the above-mentioned order:.

Mix the liquids well after‘each addition.

Transfer the complete medium in quantities of 100 ml
aseptically into sterile fiasks of 500 mi capacity.

Store it at 4 °C in the dark until needed but use it within
.one week after preparation. :

6.2.3 Selenite brilliant ’green medium (Stokes and
Osborne)

6.2.3.1 Base

Composition
peptone ' ' } ‘ 504¢g
yeast extract . 509
mannitol ) 5,04¢g
sodium taurocholate 10g
sodium hydrogen selenite 4,049
water 900 ml

Preparation

_Dissolve the first four ingredients (i.e. the dehydrated
base components or the dehydrated compiete base) in
the water by boiling for 5 min. :

After cooling, add the sodium hydrogen selenite.

Adjust the pH10 7,040,121 20°C. Dgcuments
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