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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$o be represented on that committee. International organizations, governmental and
non-governmental, in #Maigon with ISO, also take part in the work. ISO collaborates closely with the
International Electrotechfiigt)«Commission (IEC) on all matters of electrotechnical standardization.

International Standards aregr’wj in accordance with the rules given in the ISO/IEC Directives, Part 2.
The main task of technical co ees is to prepare International Standards. Draft International Standards
adopted by the technical comm s are circulated to the member bodies for voting. Publication as an

International Standard requires app é:)y at least 75 % of the member bodies casting a vote.

Attention is drawn to the possibility tha

Qne of the elements of this document may be the subject of patent
rights. ISO shall not be held responsible fo

ogegltifying any or all such patent rights.

*

ISO 10705-3 was prepared by Technical egvmittee ISO/TC 147, Water quality, Subcommittee SC 4,
Microbiological methods.

ISO 10705 consists of the following parts, under thg@neral titte Water quality — Detection and enumeration
of bacteriophages: s

— Part 1: Enumeration of F-specific RNA bacteriophageL/.
— Part 2: Enumeration of somatic coliphages %
— Part 3: Validation of methods for concentration of bacteriopl@s from water

— Part 4: Enumeration of bacteriophages infecting Bacteroides fra@@
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Water quality — Detection and enumeration of
bacteriophages —

Part 3:
Validatiopof methods for concentration of bacteriophages from
water .

WARNING — Persons
This part of ISO 10705 d
its use. It is the responsib
ensure compliance with any

this part of ISO 10705 should be familiar with normal laboratory practice.
ot purport to address all of the safety problems, if any, associated with
of the user to establish appropriate safety and health practices and to
jonal regulatory conditions.

IMPORTANT — It is imperative ersonnel involved in validation of methods for concentration of
bacteriophages from water ha¥e jrelevant experience with the methods of enumeration of
bacteriophages (see ISO/TR 13843["}.

1 Scope O

4

This part of ISO 10705 specifies the general p@ iples for assessing the performance of methods for the
concentration of bacteriophages from water. ntration is recommended for those water samples
expected to contain < 3 pfp (plaque-forming particlessper millilitre. Concentration methods can be applied to
all kinds of water provided that the amount and natu f suspended solids and/or dissolved matter do not

interfere with the concentration procedure. 0

This part of ISO 10705 does not give specific details of co ration methods, but outlines the fundamental
principles for evaluating the suitability of a particular method given type and volume of water. Annex A
gives examples of methods that have been found satisfactory a @eir fields of application.

2 Normative references QO'

The following referenced documents are indispensable for the applic&‘l of this document. For dated
references, only the edition cited applies. For undated references, th esgt edition of the referenced
document (including any amendments) applies. &\

ISO 3696:1987, Water for analytical laboratory use — Specification and test metho@

ISO 6887-1, Microbiology of food and animal feeding stuffs — Preparation of test samples, initial suspension
and decimal dilutions for microbiological examination — Part 1: General rules for the preparation of the initial
suspension and decimal dilutions

ISO 8199, Water quality — General guide to the enumeration of micro-organisms by culture

ISO 10705-1, Water quality — Detection and enumeration of bacteriophages — Part 1: Enumeration of
F-specific RNA bacteriophages

ISO 10705-2, Water quality — Detection and enumeration of bacteriophages — Part 2: Enumeration of
somatic coliphages
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ISO 10705-4, Water quality — Detection and enumeration of bacteriophages — Part 4. Enumeration of
bacteriophages infecting Bacteroides fragilis

ISO/IEC Guide 2, Standardization and related activities — General vocabulary

3 Terms and definitions

For the purposes of this document, the terms and definitions given in ISO/IEC Guide 2 and the following

apply: )\

3.1 6 .
bacteriophages 7
bacterial viruses which are SS’pabIe of infecting selected host strains

NOTE Bacteriophages produc@sible plaques (clearance zones) in a confluent lawn of the host strain grown under
appropriate culture conditions. %

4 Principle z

Q

The sample is treated according to a meth f choice, by which the bacteriophages are concentrated from a
relatively large volume of sample (100 ml u several litres) to a smaller volume (typically from a few to
20 ml). The concentrated sample is then analyekd for bacteriophages according to an International Standard
method or other suitable protocol. Q

The concentration method to be evaluated should @(efully described in a protocol, following ISO standard

layout as much as possible. The description should | de the target group(s) of bacteriophages and their
detection method(s), the types of water and ranges of es to be analysed, as well as exceptions to the
field of application, e.g. turbidity. /®

The method is validated according to principles laid down in té—part of ISO 10705. The validation procedure
consists of determining the recovery of bacteriophages from eries of samples, seeded with naturally
polluted water (raw or treated sewage). The recovery is studied %nge of volumes, and particular attention
is paid to its reproducibility. O

S,
5 Reagents (9/(
Use ingredients of uniform quality and chemicals of analytical grade for the p@?ration of culture media. For

information on storage see 1SO 8199, except where indicated in this part of 1ISQ#10705. Alternatively, use
dehydrated complete media and follow strictly the manufacturer's instructions. :

Other grades of chemicals may be used provided they can be shown to lead to the sar@osults.

5.1 Water, for the preparation of media, glass-distilled water or de-ionized water free émubstances that
might inhibit bacterial growth under the conditions of the test, and at least Grade 3 as specifigtd’in ISO 3696.

5.2 Diluent, for making dilutions, peptone-saline solution or another suitable diluent in accordance with
ISO 6887-1 or ISO 8199.

5.3 Culture media and reference cultures, as specified in the corresponding standard method of
ISO 10705-1, ISO 10705-2 and ISO 10705-4 for the phage assay.

5.4 Glycerol (p =870 g/l), autoclaved at (121 £ 3) °C for 15 min and stored in the dark at room temperature
for a period no longer than 1 year.
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