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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, govern-
mental 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.

Draft International Standards adopted by the technical committees are
circulated to the member bodies for voting. Publication as an Inter-
national Standard requires approval by at least 75% of the member
bodies casting a vote.

international Standard 1SO 8814 was prepared by Technical Committee
ISO/TC 34, Agricultural food products.

Annexes A and B form an integral part of this international Standard.
Annex C is for information only.
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Introduction

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

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

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

To accommodate national practice, this method may be carried out at
an incubation temperature of either 35 °C or 37 °C.

The method to be used for a patticular product will be specified in the
Internationat Standard specific to that product.
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INTERNATIONAL STANDARD

1ISO 8914:1990(E)

Microbiology — General guidance for the detection of Vibrio

parahaemolyticus

1 Scope

This International Standard gives general guidance
for the detection of Vibrio parahaemolyticus present
in products intended for human consumption or ani-
mal feeding stuffs.

The incubation temperature used may be 35 °C or
37 °C, this temperature forming the subject of
agreement between the parties concerned.

2 Normative references

The following standards contain provisions which,
through reference in this text, constitute provisions
of this International Standard. At the time of publi-
cation, the editions indicated were valid. All stan-
dards are subject to revision, and parties 1o
agreements based on this International Standard
are encouraged to investigate the possibility of ap-
plying the most recent editions of the standards in-
dicated below. Members of IEC and ISO maintain
registers of currently valid International Standards.

ISO 6887:1983, Microbiology — General guidance for
the preparation of dilutions for microbiological ex-
amination.

1ISO 7218:1985, Microbiology — General guidance for
microbioiogical examinations.

3 Definitions

For the purposes of this International Standard, the
following definitions apply.

3.1 Vibrio parahaemolyticus: Halophilic micro-
organisms which form characteristic colonies on
solid selective media, and which display the
biochemical characteristics described when tests

are carried out in accordance with this International
Standard.

3.2 detection of Vibrio parahaemolyticus: Determi-
nation of the presence or absence of these micro-
organisms in a particular mass of product when
tests are carried out in accordance with this Inter-
national Standard.

4 Principle

In general, the detection of Vibrio parahaemolyticus
is carried out in three successive phases as follows.

4.1 Enrichment in selective media

inoculation of the test portion into the following two
selective enrichment media:

a) salt polymyxin B broth (SPB);

b) alkaline saline peptone water or saline glucose
culture medium with sodium dodecyl sulfate
{known previously as sodium fauryl sulfate)
(GST).

incubation at 35 °C or 37 °C (as agreed) for 7 h to
8 h

4.2 Piating out and identification

From the cultures obtained in (4.1), inoculation of the
following two selective solid media:

a) thiosulifate citrate bile sucrose agar {TCBS);

b) triphenyltetrazolium chloride soya tryptone agar
(TSAT).

Incubation at 35 °C or 37 °C, and then examination
after 18 h, 24 h or 48 h (depending on the medium)

1) Itis recommended for deep-frozen products that two plating out operations as described in 4.2 be carried out, one after

incubation for 7 h to 8 h and the other after incubation for 18 h.
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to check for the presence of colonies presumed to
be Vibrio parahaemolyticus by their visible charac-
teristics. The temperature forms the subject of
agreement between the parties concerned and is
indicated in the test report.

4.3 Confirmation

Testing of the presumptive Vibrio parahaemolyticus
colonies by confirmatory tests.

5 Culture media and reagents

51 General

For general guidance, see ISO 7218.

5.2 Enrichment media

NOTE 1 Because of the large number of culture media
and reagents, it was considered preferable, for the clarity
of the text, to give their composition and preparation in
annex B, which also includes details of dispensing, stor-
age, etc.

5.2.1 Salt polymyxin B broth (SPB)
See B.1.1.
5.2.2 Alkaline saline peptone water
See B.1.2.

5.2.3 Saline glucose culture medium with sodium
dodecyl sulfate (GST)

See B.1.3.
5.3 Plating-out media

5.3.1 Thiosulfate citrate bile sucrose agar (TCBS)

See B.2.1.

5.3.2 Triphenyltetrazolium chloride soya tryptone
agar (TSAT) "]

See B.2.2.

5.3.3 Saline nutrient agar

See B.2.3.

5.4 Identification media

5.4.1 Triple sugar saline iron agar (TSI saline agar)

See B.3.1.

2
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5.4.2 Saline meat-yeast agar
See B.3.2.

5.4.3 Saline medium for the detection of lysine
decarboxylase

See B.3.3.

5.44 Medium and reagents for indole detection
5.4.4.1 Saline tryptone/tryptophane medium
See B.3.4.1.

5.4.4.2 Kovacs reagent

See B.3.4.2.

5.4.5 Reagent for oxidase detection

See B.35.

5.4.6 Reagent for f-galactosidase detection
5.4.6.1 ONPG solution

See B.3.6.1.

5.4.6.2 Buffer solution

See B.3.6.2.

5.4.6.3 Complete reagent

See B.3.6.3.

5.5 Sodium chloride solution

See clause B.4.

5.6 Zinc powder

6 Apparatus and glassware

NOTE 2 Disposable apparatus is an acceptable alterna-
tive to reusable glassware if it has suitable specifications.

Usual microbiological laboratory apparatus and, in
particular, the following.

6.1 Apparatus for dry sterilization (oven) or wet
sterilization (autoclave), see iSO 7218.

6.2 Incubator, capable of
35 °C + 1°Cor37 °C £ 1 °C.

operating at

6.3 Drying cabinet or oven, ventilated by con-
vection, capable of operating at between
37 °C £ 1 °Cand55 °C £ 1 °C.
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