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National foreword

This Ethiopian Standard has been prepared under the direction of the Agriculture and Food Technology Technical
Committee and published by the Quality and Standards Authority of Ethiopia (QSAE).

It is identical with 1ISO 16654, First edition, 2001 " Microbiology of food and animal feeding stuffs-Horizontal
method for detection of Escherichia coli 0157 ", published by the International Organization for Standardization
(1SO).

For the purpose of this Ethiopian Standard, the adopted I1SO text shall be modified as follows:
a) The word "International Standard" shall be read as "Ethiopian Standard ".
b) A full point (.) shall substitute a comma (,) as a decimal marker.

c) Reference to the ISO standard shall be read as reference to the following corresponding Ethiopian
Standard.

International Standard Corresponding Ethiopian Standard

ISO 6887-1, Microbiology of food and animal feeding ES ISO 6887-1:2002, Microbiology of food and animal
stuffs- preparation of test samples, initial suspension feeding stuffs- preparation of test samples, initial

and decimal dilutions for microbiological suspension and decimal dilutions for microbiological
examination-Partl: General rules for the preparation examination-Partl: General rules for the preparation of
of the initial suspension and decimal dilutions the initial suspension and decimal dilutions

ISO 7218, Microbiology - General rules for ES ISO 7218:2001, Microbiology - General rules for

microbiological examinations microbiological examinations
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Foreword

IS0 (the Intemational Organization for Standardization} i a worldwide federation of naticnal standards bodies (150
member bodies). The work of preparing Intemational Standards is normally carried out through 150 technical
committees. Each member body interested in a subject for which a technical committee has been established has
the right 1o be represemied an that committee. Internaticnal organizations, governmental and non-governmental, in
liaison with IS0, also take part in the waork, 180 collaborates closely with the Intemational Electrotechnical
Commission (IEG) on all matters of electrotechnical standardization.

Intermational Standards are drafted in accordance with the rules given in the ISO/EC Directives, Part 3.

Drafi Imtemational Standards adopted by the technical commitises are givculated to the member bodies for voling.
Publication as an International Standard requires approval by at least 75 % of the member bodies casting a vote.

Attertion is drawn to the possibility that some of the elements of this International Standard may be the subject of
patant rights. 130 shall not be held responsible tor identifying ary or all such patent rights.

International Siandard 1SO 16654 was prepared by Technical Committes ISQ/TC 34, Food  producis,
Subcommitiee SC 9, Microbiclogy.

Annex A forms a normative part of this International Standard.

v 150 201 — Al ights resenved
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Introduction

Because of the large variety of food and feed preducts, this horizontal method may not be appropriate in every
detail for certain pmducts. In this case, different methods specific to these products may be used if absolutely
recassary for justified technical reasons. Neverthaless, every attempt should be made 1o apply this horizonta)
method as far as possible.

When this International Standard is next reviewed. account will be taken of all information then available regarding
the gxtent to which this horizontal method has been followed and the reasons for deviations from this method in the
casa of particular products.

The harmonization of test methods cannot be immediate, and for certain groups of preducts International
Standards and/or national standards may already exist that do not comply with this horizortal method., It is haped
that when such standards are reviewed they will be changed to compiy with this International Standard so that
eventually the only remaining departures from this herizontal method will ba thase necassary for wall-established
technizal reasons,

IS0 2001 — Al rights reserved v
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INTERNATIOMNAL STANDARD IS0 16654:2001(E

Microbiology of food and animal feeding stuffs — Horizontal
method for the detection of Escherichia coli 0157

WARNING — Escherichia coff 0157 can cause severs life-threatening ilness and has a low infective dose
Laboratory-acquired infections have been reported,

In order to safeguard the health of laboratory personnel, it is essentlal that the whole of this method be
carried out only by skilled perscnnel using good laboratory practices and preferably working in a
containment facility. Relevant national Health and Safety Regulations relating to this organism must be
adhered ta.

Care must be taken in the disposal of all infectious materials.

1 Scope
This International Standard specifies a horizontal method for the detection of Escherichiz cofi serogroup O157.

Subject to the limitations discussed in the introdustion, this Intermnational Standard is applicabla to products
intended for human consumption or for animat feeding stuffs.

2 Normative references

The following normative documents contain provisions which, through reference in this text, constitute provisions of
this Intemational Standard. For dated references, subsequent amendments to, or revisions of, any of these
publications do not apply. However, partiss to agreements based on this International Standard are encouraged to
investigate the possibility of applying the most recent aditions of the normative documents indicated betow, For
undated references, the latest edition of the normative document referred to appilies. Members of IS0 and IEC
maintain registers of currently valid Intermational Standards.

150 6887-1, Microkiology of food and arnimal feeding stuffs — Preparation of test samples, initial suspension and
decimal difutions for microbiological exarmination — Part 1: General ruifes for the preparationn of the intial
suspension and decimal ditutions.

I1SC 7218, Microbiology of food and animaf feeding stuffs — Ganeral rufes for microbiclogical examinations.

3 Term and definition

For the purpeses of this Internationaf Standard, the foflowing term and definition applies.

31

Ezcherichia coli 0157

E. coli O157

rhicroorganisms which form typical colonies on the surface of the plating-out medium used in this Intamational
Standard, and which produce indele and agylutinate specifically with antiserum against the 0157 antigen

NOTE 1 Sarbitol-positive £, cofl O157 strains are not detected on ST-SMAC {5.2) media.

NOTE 2 Some indole-negative mutations have boan found.

SIS0 2001 ~ Al nights reserved 1
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4 Principle
The detection of Escherichia coli 0157 necessitates four successive stages (see annex A).

a} Enrichment of the test portion homogenized in modified typtone soya broth containing novobiogin (MTSE + M}
with incubation at 41,5 °C % 1 °C for 6 h and subsequently for a furiher 12 h to 18h.

b} Separation and concentration of micreorganisms by means of immunomagnetic paricles coated with
antibcdies to E. coff 0157

c) Isolation by subculture of the immunomagnetic particles with adhering bacteria onto cefixime tellurite sorbitol
MacConkey agar (CT-SMAG) and the user's choice of a second selective isolation agar.

d} Confirmation of sorbitel-negative colonies from CT-SMAC and colonies typical of E. cofi C157 on tha second
isolation agar, by indole production and agglutination with £. coff 0157 antiserum,

NOTE Further characterization, by for example pathogenic markers, of the positive isclates can be obtained by forwarding
them 1o an appropriate reference laboratory.

5 Culture media, reagents and antisera

For current laboratory practices, see 130 7218,

51 Enrichment medium: Modified tryptone soya broth with novabiocin (mTSB + N)

See reference [1].

5.1.1 Modified tryptone soya broth {mTSB)

51.1.1 Composition

Enzymatic digest of casein 1709
Enzymatic digest of soya 3.00
D{+)-glucose 259
Bile sals No. 3 50
Sadium chloride 50¢q
Dipotassium hydrogen phosphate (K HPO) 40g
Water 1000 ml

5112 Preparation

Dissolve the components of the debydrated complete medium in the water, by heating if necessary. Adjust the pH,
using the pH-meler (6.6}, If necessary, so that after sterilization it is 7.4 £ 0,2 at 25 oG,

Dispense the medium in appropriate amounts in flasks or boltles (8.7).

Sterilize for 15 min n the autoclave (6.1) set at 121 °C,

2 @ |50 201 = All fights resetved
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512 Novebiocin solution

5.1.21 Composition

Novobiocin 0,45 g
Water 100 ml

5122 Preparation

Dissolve the novabiocin in the water and sterilize by membrane filtration.
Prepare on the day of use.

3.1.23  Preparation of the complete medium

Immediately before use, add 1 mf or 4 md of novebicain solution {5.1.2) to either 225 mi or 900 mi of cooled MTSB
(5.1.1).

The final concentration of novebiocin is 20 mg per litre of mTSE,
5.Z First selective isolation medium: Cefixime tellurite sorbitol MacConkey agar (CT-SMAC)
See refarence [2].

5.2.1 Base medium

5211 Compaosition

Enzymatic digest of casein 170g
Enzymatic digest of amimal tissues 309
Sorbitol 10,0g
Bile salts No. 3 1549
Sodium chioride 500
MNeutral Red 0,03 g
Crystal Violet 0.001g
Agar 9gto18ga
Water 1000 mi

" Depending on the gel strength of the agar.

5212 Preparation

Dissolve the basic components or the complete dehydrated base in the water by bailing. Adjust the pH (8.8), if
necessary, so that after sterlization it is 7,1 £ 0,2 at 25 °C.

Sterllize for 15 min in the auteclave (8.1} set at 121 *C.

522 Potassium tellurite solution

52.21 Composition
Potassium tellurite for bacteriological use 0.25¢g |
Water 100 ml

& 150 200H — Al ights raserved 3
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5222 Preparation
Dissolve the potassium tellurite in the water and stetilize by membrane filtration.

This solution rmay be stored at room temperature for up to 1 moenth, but discard it if a white precipitate forms.

523 Cefixime solution

5231 Composition
Cefixime 5,0 myg
Water 100,60 mi

523.2 Preparation

Digsolve the cefixime in the water and sterilize by membrane filtration.
MOTE Cefidme may need 1o be dissolved in gthanol.

This solution may be stored at 3 °C + 2 °C for 1 week,

524 Complate medium

5.2.4.1 Compoasition

Base medium (5.2.1) 1000 ml
Potassium tellurite solution (5.2.2) 1,0ml
Cefixime solution (5.2.3) 1.0ml

5.24.2 Preparation

Either cool the freshly sterilized base madium {5.2.1) to beiween 44 =G and 47 *C (6.3), or melt it by stearmning the
previously sterilized and solidified base medium, then sool o betwesn 44 °C and 47 °C.

Add 1 ml of the tetlurite solution and 1 ml of the cefixime solution to 1000 ml of the base mediom. Mix and pour
about 15 ml amounts into sterile Petri dishes (6.15). Allow to solidify.

The final concentratian of tellurite is 2,5 mg/l and cefixime 0,05 mg.

Immediatsly before use, dry the agar plates, preferably with the lids removed and with the agar surfaces facing
downwards, in an oven set at a temperare between 25 °C and 50 °C (6.2), unti! the droplets have disappeared
from the surface of the medium. Do net dry them any further. The agar plates may also be dried in a laminar-flow
safety cabinet for 30 min with half-cpen lids, or overnight with the lids in place.

If prepared in advance, the undried plates may be stored in the dark in plastic bags or other mwisture-retentive
cantainers, in & refrigerator at 3 °C = 2 *C for up to 2 weeks.

53 Second selective isolation medium

Use any other solid selective medium, at the choice of the laboratory, complementary to CT-SMAC agar and
especially appropriate for the isclation of Escherichia coff Q157

Immediately before use, dry the agar plates, preferably with the lids removed and with the agar surfaces facing
downwards, in an oven set at a temperature between 25 *C and 50 °C (6.2}, until the droplets have disappeared

4 & IS0 2001 — Al rights rosarved
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from the surface of the madium. Do not dry them any further, The agar plates may also be dried in a laminar-flow
safety cabinet for 30 min with haif-open lids, or overnight with the lids in place.

If prepared in advance, the undried plates may be stored in the dark in plastic bags or other maistura-retentive
containers, in a refrigerator at 3 °C + 2 °C for a time that causes no changs o its pedformance,

54 Nutrient agar

5.41 Composition

Magt extract 3.0q9
Peptone 5049

Agar 9gto 18 g9
Water 100G mi

¥ Depending on the gel strength of the agar.

54.2 Preparation

Dissclve the components or the dehydrated complete medium in the walter, by heating if necessary. Adjust the pH,
# necessary, so that after sterlization it is 7.0 £ 0,2 at 25 "¢,

Transfer the medium into flasks or bottles (6.7) of appropriate capacity.
Sterdlize for 15 min in the autoclave {6.1) set at 121 °C.
543 Preparatioch of nutrient agar plates

Transfer about 15 mi of the molten, ceoled medium {5.4.2} at between 44 °C and 47 °C (6.5) 10 Pstri dishes and
allow to solidify.

Immediately beiore use, dry the agar plates, preferably with the lids removed and with the agar surfaces facing
downwards, in an oven set at a temperature between 25 *C and 50 °C (6.2), until the droplets have disappeared
from the surface of tha medium. Do net dry thermn any further. The agar plates may also be dried in a laminar-flow
safety cabinet for 30 min with half-open lids, or gvernight with the lids in place.

It prepared in advance, the undried plates may be stored in the dark, in plastic bags or other moisture-retentive
containers, in a refrigerator st 3 °C + 2 7C for up to 2 weeks.

5.5 Tryplonefiryptophan medium

5.5.1 Composition

Tryptone 10,09
Sodiurn chloride 509
DL-Tryptophan 109
Water 1 000 ml

£.5.2 Preparation

Dissolve the components in the water by boiling if necsssary. Adjust the pH (6.6} so that after sterflization it is
7.5+ 0,2 a8t 257,

SIS0 2001 ~ Al righls reserved 5
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Dispense in 5 ml amounts into test tubes or beltles (6.7) of appropriate capacity.
Sterilize for 15 min in the autoclave (6.1) set at 121 *C.
5.6 Kovac's indole reagent

56,1 Composition

4-Dimethytaminchenzaldehyde 509
2-Methylbutan-1-cl or pentan-1-ol 750 ml
Hydrochlotic acid {(fug 1,18 g¢/ml to 1,19 g/ml) 25,0 mi

562 Preparation

Dissolve the 4-dimethylarminobenzaldehyde in the alcohel, by warming i necessary in a water bath (6.5}
maintained at batween 44 °C and 47 °C. Cool to room temperature and add the hydrochloric acid.

Pratect from light in 2 brown glass bottle and store at 3 °C £ 2 °2,
The reagent shall be light yellow to light brown and free of precipitate.
5.7 Anti-Escherichia coll Q157 immunomagnetic particles

These are immunomagnetic particles coated with specific antibodies against £ coff 0157 for concentration and
separation cf these microorganisms.

MOTE They are availabie from commergial sources. The manufacturers instructions should be followed precisaly
ragarding their preparation for use.

5.8 Wash buffer: Modified phosphate buffer, 0,.01molA, of pH 7,2

581 Composition

Sodium chlorde 80g
Potassium chlarnide d.29
Disodium hydrogen phosphate {anhydrous) 1,444
Potassium dihydrogen phosphate {anhydrous) 0,24 g
Polyoxysihylene sorbitan

monotaurata (Tween 20 syrup} 0.2ml
Water 1 000 mil

5482 Preparation
Dissolve the companents in water. Adjust the pH (6.8), i necessary, to 7.2 + 0,2 at 25 °C.
Dispense in bottles or flasks {6.7) in appropriate volumes for use

Sterilize for 15 min in the autoclave (6.1) set at 121 °C. The soclubion may appear cloudy but becomes clear on
standing.

Commercially available phosphate buffer with the same composition and the same performance may be used.

5 2130 2001 = All dghts reserved
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5.9 Nomal saline solution

581 Composition

Sodiurn chloride 85y
Water 1 000 ml

592 Preparation
Dissolve the sodium chloride in the water. Dispense in bottles or flasks (8.7} in appropriate volumes far use.
Stenlize for 15 min in the autoctave (6.1) set at 121 °C.

.10 Escherichia coli O157 antiserum, available either from specialist laboratories or from commercial sources
as separate somatic "O" 157.

The antiserum shall be tested with pesitive and nagative contrals prior to use on unknown isolates.

6 Apparatus and glassware

Usual microbiclogical equipment (ses IS0 7218) and, in particular, the following.

6.1 Apparatus for dry sterilization {oven) andfor wet sterilization (autoclave)

See 150 7218,

6.2 Drying cabinet or incubator, capable of being maintained batwesn 25 °C and 50 °C.
6.3 Incubator, capable of being mairtained at 37 °C + 1 °C.

6.4 Incubator, capable of being maintained at 41,5°C + 1 =C.

8.5 Water bath, capable of being maintained at hetween 44 °C and 47 ¢,

6.6 pH-meter, capable of being read to the nearest 0.01 pH unit at 25 °C, enabling msasuremenis to be made
which are accurate to + 0,1 pH unit.

6.7 Test tubes, flasks or hattles, of appropriats capacity, for steriization and storage of culture media and
incubation of liquid media.

6.8 Measuring cvlinders, of appropriate capacity, for preparation of dilutiorns and complete media.

6.9 Total-delivery graduated pipeties, of nominal capacities 1 ml and 10 ml, graduated in 0,1 ml and 0.5 m|
divisions, respactively.

8.10 Loops and wires, made of platinumdrigtum or nickel/chrome or Pasteur pipettes or single-use loops.

6.11 Mechanical air-displaced pipettors, sterile, with an operating range from 20 pl to 200 uf with 10 ul
divisions, or similar.

6.12 Magnetic separator with magnetic rack, for concentration of immunomagnetic particles, for use with
Eppendorf-type plastic tubes (8.13).

6.13 Eppendorf-type plastic tubes, with screw caps, sterile, disposable, centrifuge type, of 1,5 ml capacity to fit
the magnetic rack.

B IS0 2001 — All rights reserved ki



ISO 16654:2001(E)

Avoid the creation of aerosols when opening.
5.12 Rotary mixer (windmill type, blood sampla mixer}, capable of rotating at 15 r/minto 20 rfmin.
6.15 Pelri dishes, of diameter 90 mm and 140 mm.

6.16 Vortex mixer

7  Sampling

It is important that the laboratory receive a sample which is truly representative and that has not been damaged or
changed during transport or storage.

11 is recommended to cool the sampils quickly before storage.

Sampling is not part of the method specified N this International Standard. If there is no specific International
Standard dealing with sampling the product concemned, it is recommended that the parties concarned come to an
agresment on this subject.

8 Preparation of test sample

Prepare the test sample in accordance with the specific Imternational Standard appropriate io the product
concemed. If there is no specific International Standard, it is recommended that the parties Goncerned come to an
agreement on this subject.

9  Procedure (see annex A)

9.1 Test portion and initial suspension
Ses 15O 6887-1 and any specific Intarnational Standard appropriate o the product concerned.
NOTE Furthar parts of IS0 6887 are in preparation, see bikliography.

in general, to prepare the initial suspension, add a test portion of « g or x ml to 8x ml or 9¢ g of modified tryptone
soya broth with novobincin (mTSB + N} (5.1}, pre-warmed in the incubatar (8.4} to 41,5 °C to obtain a ratic of test
portion o MTSE + N of 110 (mass to volume, or volume to volums),

It ¥ recommended to use stomachst bags with mesh nserts 1o reduce the interfersmce of food particles with
immunocapture kits {2.3).

9.2 Enrichment

Incubate {6.4) the initial suspension, preparad in accordance with 9.1, at 41,5 °C for 6 h, and subsequently for a
further 12 hto 18 h {i.e. to a total elapsed time of 18 h 10 24 h).

A &-h incubation followed by immunomagnetic separaticn and plating onto selective agars gan yield a presurmptive
positive result which can become negative after a further 18-h incubation.

2.3 Immunomagnetic separation {IMS)
9.3.1 General

IMS should be carred cut afier 6 h and again, if necessary, after 12 h to 18 h of incubation.

8 & SO 20071 — Al Tights raserned
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The instructions below are for general guidance and may not be complete in all details. Therefore the
manufacturer's instructions should be followed conceming the procedure and method for the use of immunocapturs
kits ard the equipment needed.

932 Immunocapture

WARNING — Use aseptic techniques to avold any external contamination and the creation of aerosols.
Perform this protocol in a containment safety cabinet, if available. Wear gloves.

Using the magnetic separator (6.12) and antibody-coated immunomagnetic particles (5.7), carry out the following
capture/separation procedure.

Mix the enrichment culture {9.2) and allow any coarse food materials to settle out. To an Eppendori-type plastic
tube (6.13), add 20 ul of the prepared immunomagnetic particles (5.7) &t room temperature. Take 1 ml of the upper
liguid from the enrichment culture, aweiding if possible the transfer of any food particles or fatty materials, and
transfer to the Eppendord-type plastic tube.

Mix the suspension on the rotary mixer (5.14) set at about 12 min to 20 vmin for 10 min.
9.3.3 Separation

Place each Eppendor-type plastic tube (see 9.3.2) in the magneatic rack (6.12) and allow the magnetic particles to
congregate against the magnet by gently rocking the rack through 180°. Qpen the cap carefully without disturbing
the particles on the wall of the tube, Using a new sterile Pasteur pipette {610} for sach sample and with the tube
still in the magnetic rack, remove the Bguid by sucking slowly from the bottomn of the fube. Add 1 ml of sterile wash
buffer {5.8} and replace the cap. Remove the magnet from the rack. Mix the contenis of the tubes by gentle
inversion of the rack through 1807 and then return the magnet to the rack.

Take care to avoid cross contamination when adding fresh bufer.

Proceed as above to remove the wash liquid with a new Fasteur pipette for each sample. Repeat the washing
procedure several times.,

Remove from the magnetic separator and add 100 ul of sterile wash buffer {5.8} to the tube and re-suspend the
magnetic particles.

NOTE This procedure could be difficult ta apply to fat preducts or fresh cheese.
9.4 Plating out onto selective agars and identification of E. coff 0157 colanies
9.41 Plating out

Using a mechanical-type pipsttor (6.11), transfer 50 pl of the washed and re-suspended magnetic particles {9.3.3}
to a pre-dried plate of cefixime tellurite sorbitc! MacConkey agar (5.2) and also 50 pf to a pre-dried plate of the
gecond isclation medium (5.3}

Streak cut the particles using a sterile loop (5.10) to obtain many wel-isolated colonies over the agar.

Incubate (6.3) the CT-SMAC {5.2) at 37 *C for 18 h to 24 h, and incubate the second selactive agar at its
recommendsd lemperature and specified time.

Bepending on the type of food sample and its microbial flora, incubation of the enrichment broth for 20 h to 24 h
may give rise to a heavy growth of other bactena on the selective agar plates so that colonies of £ cofi 0157 are
difficult to find. incculation of selective agars with ditutions of the IMS preparation or volumes less than 50 pul per
plate can increase the chance of gaining separated colonies of £, colf ©157 but note that this can increase the
detection Emit as well,
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9.42 Recognition of typical E. colf 0157 colonies

On CT-SMAG agar, typical colonies are transparent and almost colourless with a pale yellowish-brown appearance
and a diameter of approximately 1 mm.

Exarmine the second selective isclation agar for typical colonies of E. coli D157 following the manufacturers
instructions.,

9.5 Confirmation

NOTE Commarcially available minaturized bicchemical identification kitz that permit the identification of sorbilel-negative
and indole-positive E. coli and latex agglutination kils for E. colff Q157 may be used, provided appropriate tests with known
positive and negative strains are camed out to confirm performance,

9.5.1 Selection of colonies

Take five typical colonias from each plate, as selected in 8.4, If an agar plate containg less than 5 typical colenies,
all the colonies shall be axamined.

Streak sach selected colony onto a plate of nutrient agar (5.4} to allow well-separated colonies to develop.
Incubate (6.3) the platss for 18 h to 24 h at 37 *C.

Use only pure cultures from the notrient agar plate for the tests deseribed in 3.5.2 and 8.5.3.

5.5.2 Bipchemical confirmation: Indole formation

Inoculate one colony fromt the pure culture on nutrient agar {9.5.1] inte a tube of tryptoneftryptophan medium (5.5).

Incubate {(£.3) at 37 *C for 24 h.

Add 1 ml of Kovac's reagent (5.6} and allow 12 stand at room temperaturs for 10 min.

The formation of 2 red colour indicates a positive reaction. A yellowbrown colour indicates a negative reactian.
9.5.3 Serological identificatian

9.5.3.1 General

Only examine indole-positive colonies for their serofogical reaction with artiserum ta £, colf D157,

5.5.3.2 Elimination of auto-aggiutinating isolates

Flace a drop of saline solution (5.9) onto a cleaned glass slide.

Using & loop {6.10), mix into this drop one colony from the nutrient agar plate {9.5.1) so as o obtain a
homogeraous and turbid suspension.

Rock the slide gently for 30 s to 60 5. Obgerve the result against & dark background and, if necessary, with the aid
of a magnifying lens.

If the suspension has formed visible clumps, the strain is congsidered to auto-agglutinate and shall not be tested
further, as the reaction with the specific antiserum is not possible.
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9.53.3 Reaction with E. coli O157 antiserum

Using a pure celony fram tha nutrient agar (9.5.1), suspend it in a frash drop of saline as in 9.5.3.2 and add a small
drop of E. coff O157 antiserum (5.19).

If aggiutination occurs within 1 min, the reaction is positive.
9.5.3.4 Positive identification

Consider as positive isolates those that are indole positive and react with either 0157 antiserum or O157 plus HF
antisera, if available.

9.6 Further characterization

For further identification of posifive colonies for the detection of flagellar antigens and for pathogenic
characteristics, cultures should be senl to 2 Reference Laboratory.

10 Quality assurance

10.1 Test strains for quality assurance purposes

Strains of £ cofi G157 that do not carry the virulence factors attributed to pathogenicity are available from naticnal
or international culture collections, These are recommended for quality assurance testing of media and antisera.

10.2 Culture methad
To check the ability of the laboratory and media to detect low numbers of Escherichiz coff 0157 in the food
samples under test by the method described in this International Standard, reference samples of a2 low inocujurm of

a non-pathogenic E. cof O157 and a large inoculum of another strain of E. colf should be run in paraliel with the
test sample.

11 Expression of results

In accordance with the interpretation of the results, report the presence or absence of Escherichia coli 0157 in the
test portion, specifying the mass in grams or the volume in millilitres of the sample tested.

12 Test report

The test report shall specify the following:

&) all information necessary for the complete identification of the sample;
b} the sampling methed used, if known;

<) the test method used, with reference to this International Standard;

d} the temperature of incubation:

e} all operating details not specified in this Intemational Standard, or regarded as optienal, together with details of
any incidents which may have influenced the results:

i the test results obitained.

The test report shall alsc state if further tests are to be carried out by a reference laboratory or, if done, what the
resulis were,

S 150 2001 — All rights rasarved 11



ISO 16654:2001(E)

Annex A
{normative)

Diagram of procedure

l Test portion (x g or x mi) ‘

+
9 x mi mTSB + M {5.1) pre-warmed to 41,5 *C {2.1)

v

Homaogenization and incubation for 6 h then a further 12 h to0 18 h at 41,5 °C {8.2)

J

Coencentration of £. cofi 0157 by capture onto immuncmagnetic paricles and washing with sterile wash
buffer (2.3)

1

Re-suspension in 0,1 ml of sterile wash buffer (8.3)

4

Inoculation of 50 pl of the washed and re-suspended magnetic paricles an selective meadium to obtain isclated
colonies (9.4}

g {

CT-SMAC medium (5.2} Second isolation medium (5.3)
Incubation at 37 °CfortBhto 24 h Incubation at its recommended

temperature and spacified fima

¥ J

Taking five typical sorbitol-negative Taking five typical colonies
calonies

g g

Coenfirmation of pure colonies [9.5.1) by indale formation {2.5.2}) or by cemmercially available biochemical
identification kits (2.5) and by serological identification with antiserum to E. coff Q157 ({9.5.3)

¥

For further identification, cultures should be sent to a reference laboratory (9.6)
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