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

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

horizontal

method as far as possible.
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art of ISO 6887 Is next reviewed, account will be taken of all information then available. ]

p
}vhich this horizontal method has been followed and the reasons for deviations from this, Hj

rticular products.

pnization of test methods cannot be immediate, and for certain group of products, Internation
lional standards may already exist that do not comply with this horizontal method. It is hopsg
dards are reviewed they will be changed to comply with this part of ISO 6887-so that eventd
departures from this horizontal method will be those necessary for well-established technical

Df ISO 6887 defines the general rules for the preparation of the initial suspension and of dec
iological examination. Part 2 of ISO 6887 (under preparation) will specify specific rules for thg
sample and of the initial suspension, taking into account the variety of food and feed prodd
applies.

mber of products, it is necessary to take special precautions especially when preparir
n, because of the physical state of the product (suché@as a dry product, a highly viscous prg
of inhibitory substances (such as spices, salted fishes), or the acidity, etc.

hmended that, whilst waiting for the publication’of part 2, any special diluents or practices
products in an appropriate specific standard, be used in the preparation of the initial suspensi
tment of the pH of a food suspensionto neutrality;

se of buffered peptone water,.and no other diluent, for products with high inhibitory effect,
ining microorganisms that have been stressed (e.g. acidic pH);

fic rehydration proceddres for foods of low water activity to minimize osmotic shock;
e of adequate teniperatures to aid suspension of cocoa, gelatine, milk powder, etc.;

citation procedures for the improved recovery of stressed microorganisms resulting from foo
torage;

genization procedures and duration specific to certain products (e.g. cereals) and/o
rinations (e.g. yeasts and moulds);
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the use of surface-active agents for high-fat foods.
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Microbiology of food and animal feeding stuffs — Preparation of
test samples, initial suspension and decimal dilutions for
microbiological examination —

Part 1:

Gener
dilutio

1 Scop

This part
dilutions f

This part

al rules for the preparation of the initial suspension and de
ns

A1”4

of 1ISO 6887 defines general rules for the aerobic preparation of(the initial suspension an
Dr microbiological examinations of products intended for human-or.animal consumption.

pf ISO 6887 is applicable to the general case, except for products mentioned in ISO 6887-2.

2 Normjtive reference

The follow

this part ¢f ISO 6887. For dated references, subsequent amendments to, or revisions of, this publig

apply. Ho
of applyin
edition of
Internatio

ISO 7218

3 Defin

For the py

ing normative document contains provisions_\which, through reference in this text, constitute
lvever, parties to agreements based on this part of ISO 6887 are encouraged to investigate t
j the most recent editions of the normative documents indicated below. For undated referenc
the normative document referred to applies. Members of ISO and IEC maintain registers of ¢
hal Standards.

Microbiology of food and-animal feeding stuffs — General rules for microbiological examinati

tions

rposes of this¢art of ISO 6887, the following definitions apply.

particles,
NOTE

3.2
further de

cimal

0 of decimal

provisions of
ation do not
he possibility
bs, the latest
Lirrently valid

DNs.

examination

if present to settle

See clause 5 and notes 1 and 2 of 9.1.

cimal dilutions

llowing large

suspensions or solutions obtained by mixing a measured volume of the initial suspension (3.1) with a ninefold
volume of diluent and by repeating this operation with further dilutions until a decimal dilution series, suitable for the
inoculation of culture media, is obtained
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3.3
specific stan

dard

©1SO

an International Standard or guidance document describing the examination of a specific product (or group of
products) for the detection or enumeration of a specific microorganism (or group of microorganisms)

4 Principle

Preparation of the initial suspension (3.1) in such a way as to obtain as uniform a distribution as possible of the
microorganisms contained in the test portion.

Preparation,[TF necessary, of decimal dilutions (3.2) In order to reduce the numpber of microorganismp per unit
volume to ajlow, after incubation, observation of their growth or not (in the case of tubes or bottles)|or colony
counting (in the case of plates), as stated in each specific standard.

NOTE Inforder to restrict the range of enumeration to a given interval, or if high numbers of microorganisms are foreseen, it
is possible t¢ inoculate only the necessary decimal dilutions (at least two successive dilutions)-needed to achieve the
enumeration @ccording to the calculation described in ISO 7218.

5 Diluents

5.1 Basic materials

In order to improve the reproducibility of the results, it is recommended that, for the preparation of the diluent,
dehydrated [basic components or a dehydrated complete prepatation should be used. The manlifacturer's
instructions ghall be rigorously followed.

Chemical prpducts shall be of recognized analytical quality and*suitable for microbiological analysis.

The water u$ed shall be distilled water or of equivalent guality (see 1ISO 7218).

5.2 Diluents for general use

5.2.1 Peptgne salt solution

5.2.1.1 Composition

Enzymatic Iigest of casein 10g

Sodium chlgride 85¢g

Water 1 000 ml

5.2.1.2 Preparation

Dissolve thelcomponents in the water, by heating if necessary

If necessary, adjust the pH so that, after sterilization, itis 7,0 £ 0,2 at 25 °C.
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5.2.2 Buffered peptone water

5.2.2.1 Composition

Enzymatic digest of animal tissues 10,0 g
Sodium chloride 5049
Disodium hydrogen phosphate dodecahydrate
(Na,HPO,-12H,0) 909
Potassium dihydrogen phosphate (KH,PO,) 154
Water 1 000 ml
5.2.2.2 Preparation

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

If necessa
5.3 Dilu
See the s
NOTE

5.4 Dist

Dispense
(6.4) of aj

Dispense

(6.5) or flasks (6.4) in quantities such that, after sterilization, each tube or flask contains 9,0 ml. The U

measuren

NOTE
distribute §
being speg

Stopper the tubes or flasks!

Sterilize i

6 Appa

ry, adjust the pH so that, after sterilization, it is 7,0 £ 0,2 at 25 °C.
bnts for special purposes

becific standard appropriate to the product concerned.

ISO 6887-2 (under preparation) will give specific rules.

ibution and sterilization of the diluent

the diluent (5.2 or 5.3) in volumes as necessary for the preparation of the initial suspensio
propriate capacity.

the diluent (5.2 or 5.3) in volumes as.fiecessary for the preparation of the decimal dilutions in

nent of this final volume, after sterilization, shall not exceed + 2 %.

If it is intended to count several groups of microorganisms using different culture media, it may be
Il the diluents (or some of them) in quantities greater than 9,0 ml; the size of the flasks (6.4) and tg
ified accordingly.

the autoclave. at 121 °C for 15 min.

ratusiand glassware

s into flasks

to test tubes
ncertainty of

necessary to
st tubes (6.5)

Usual mic

robiological laboratory equipment (see ISO 7218) and, in particular, the following.

6.1 Apparatus for dry sterilization (oven)  and wet sterilization (autoclave)

See ISO 7218.

6.2 Blending equipment

See ISO 7218.

6.3 Mechanical stirrer

See ISO 7218.
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6.4 Flasks or screw-cap bottles

, of appropriate capacities.

6.5 Testtubes , of appropriate capacities.

6.6 Total-delivery graduated pipettes,

divisions res

pectively.

©1SO

of nominal capacities 1 ml and 10 ml, graduated in 0,1 ml and 0,5 ml

6.7 pH-meter, capable of being read to the nearest 0,01 pH unit at 25 °C, enabling measurements to be made
which are accurate to £ 0,1 pH unit.

6.8 Balance, capable of weighing to the nearest 0,01 g.

7 Samplir

Carry out sa
standard is 1

8 Prepars

See the spe
recommends

9 Procedt

9.1 Testp

Into a sterile

measuremenmt uncertainty of £5 %, a volume of 3/ml (minimum 10g or 10 ml, unless otherwig

representati

g

mpling in accordance with the specific standard appropriate to the product concerned: If such
ot available, it is recommended that agreement be reached on this subject by the,parties con

tion of test sample

cific standard appropriate to the product concerned. If such a specific standard is not ava
bd that agreement be reached on this subject by the parties coticerned.

re

prtion and initial suspension (primary dilution)
bowl or sterile plastic bag, weigh, to a measturement uncertainty of £ 5 %, a mass mg or mea

e of the test sample (see clause 8).

a specific
erned.

lable, it is

\sure, to a
e stated)

Add a quanfity of diluent equal to 9 x m g or. 9=x V ml. This quantity can be measured preferably by mass with a

measuremennt uncertainty of £ 5 % or by volume with a measurement uncertainty of + 5 %.

NOTE1 It
or too thick,
results.
NOTE2 TH

technique us

microorganisms per gram)isifit is necessary, for some enumerations in certain products, to fall below this limit, it is

use a smaller]
to inbalance
components).

ay be necessary, in certain cases, particularly for products giving an initial 1 + 9 suspension which is
0 add more diluent. Thissshould be taken into account for subsequent operations and/or in the ex

ed (for example, ‘pour-plate technique with a 1 ml inoculum of a 1/10 suspension, for which the

volume of diluentd). It should be noted that the inoculation of this initial suspension may result in diff
in the ineculum/medium ratio (inhibition of the microbial growth by the increased concentration ¢

00 Viscous
bression of

is primary dilutionypartly conditions the value of the lower limit of enumeration, which also depemnds on the

limit is 10
possible to
culties due
f the food

To avoid da

nage to the mir\rnnrganicmc h\]/ sudden r\hangnc in fnmpnrahlrn, the fnmpnrn’rurn of the dilu

ent during

the operations given below shall be approximately the same as the ambient temperature, except for particular

products (se

e specific standard).

Homogenize the mixture according to the recommendations of ISO 7218.

Allow large particles to settle, if necessary, for up to 15 min. Filtration systems giving equivalent results can be

used.

1) In this case, the volume of diluent used should be reported in the test report.
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