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National foreword

This British Standard is the official English language version of
EN ISO 14675:2003. It is identical with ISO 14675:2003.

The UK participation in its preparation was entrusted to Technical Committee
AW/5, Milk and milk products, which has the responsibility to:

— aid enquirers to understand the text;

—  present to the responsible international/European committee any
enquiries on the interpretation, or proposals for change, and keep the
UK interests informed;

— monitor related international and European developments and
promulgate them in the UK.

A list of organizations represented on this committee can be obtained on
request to its secretary.

Cross-references

The British Standards which implement international or European
publications referred to in this document may be found in the BSI Catalogue
under the section entitled “International Standards Correspondence Index”, or
by using the "Search” facility of the BS| Electronic Catalogue or of British
Standards Online.

This publication does not purport to include all the necessary provisions of a
contract. Users are responsible for its correct application.

Compliance with a British Standard does not of itself confer immunity
from legal obligations.

Summary of pages

This document comprises a front cover, an inside front cover, the EN SO fitle
page, the EN |SO foreword page, the ISO title page, pages ii to v, a blank page,
pages 1 to 5 and a back cover.

The BSI copyright date displayed in this document indicates when the
document was last issued.

Amendments issued since publication

Amd. No. Date Comments

14482 15 May 2003 |Replacing the EN ISO foreword page

Corrigendum No. 1
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Foreword

This document (EN ISO 14675:2003) has been prepared by Technical Committee ISO/TC 34
"Agricultural food products” in collaboration with Technical Committee CEN/TC 302 "Milk and
milk products - Methods of sampling and analysis", the secretariat of which is held by NEN.

This European Standard shall be given the status of a national standard, either by publication of
an identical text or by endorsement, at the latest by July 2003, and conflicting national standards
shall be withdrawn at the latest by July 2003.

According to the CEN/CENELEC Internal Regulations, the national standards organizations of
the following countries are bound to implement this European Standard: Austria, Belgium, Czech
Republic, Denmark, Finland, France, Germany, Greece, Hungary, lceland, Ireland, Italy,
Luxembourg, Malta, Netherlands, Norway, Portugal, Slovakia, Spain, Sweden, Switzerland and
the United Kingdom.

Endorsement notice

The text of 1ISO 14675:2003 has been approved by CEN as EN ISO 14675:2003 without any
modifications.
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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 1SO 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
Commission (IEC) on all matters of electrotechnical standardization.

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

The main task of technical committees is to prepare International Standards. Draft International Standards adopted
by the technical committees are circulated to the member bodies for voting. Publication as an International
Standard requires approval by at least 75 % of the member bodies casting a vote.

Attention is drawn to the possibility that some of the elements of this International Standard may be the subject of
patent rights. ISO shall not be held responsible for identifying any or all such patent rights.

ISO 14675 |IDF 186 was prepared by Technical Committee ISO/TC 34, Food products, Subcommittee SC 5, Milk

and milk products, and the International Dairy Federation (IDF), in collaboration with AOAC International. It is being
published jointly by ISO and IDF and separately by AOAC International.
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Foreword

IDF (the International Dairy Federation) is a worldwide federation of the dairy sector with a National Committee in
every member country. Every National Committee has the right to be represented on the IDF Standing Committees
carrying out the technical work. IDF collaborates with ISO and AOAC International in the development of standard
methods of analysis and sampling for milk and milk products.

Draft International Standards adopted by the Action Teams and Standing Committees are circulated to the National
Committees for voting. Publication as an International Standard requires approval by at least 50 % of National
Committees casting a vote.

International Standard 1SO 14675 IDF 186 was prepared by Technical Committee ISO/TC 34, Food products,
Subcommittee SC 5, Milk and milk products, and the International Dairy Federation (IDF), in collaboration with
AOAC International. It is being published jointly by ISO and IDF and separately by AOAC International.

All work was carried out by the Joint ISO/IDF/AOAC Action Team, Organic contaminants, of the Standing

Committee on Analytical methods for additives and contaminants, under the aegis of its project leader,
Dr E. Mértlbauer (DE).
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Introduction

Proprietary methods such as ELISA methods cannot be described in separate International Standards. Therefore,
this International Standard is intended to provide guidelines on basic parameters required for evaluation/validation
of competitive enzyme immunoassays for the quantitative determination of aflatoxin My in milk and milk products.

Currently several quantitative immunochemical test formats are commercially available, which all share the basic
principles of the competitive enzyme immunoassay. However, since the test format of the 96-well microtitre plate
assay Is most commonly used for quantitative measurement purposes, the parameters given in this International
Standard are specifically adopted to this test format, and may not necessarily apply in full to a different test format.
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Milk and milk products — Guidelines for a standardized
description of competitive enzyme immunoassays —
Determination of aflatoxin M1 content

1 Scope

This International Standard give guidelines on the use of screening methods used for the determination of aflatoxin
M+ content in milk and milk products, based upon competitive enzyme immunoassays.

For legal purposes, positive enzyme immunoassay results require confirmation by an accepted reference method.
However, depending on whether the test complies with the specifications given hereafter, enzyme immunoassays
can be used for routine quality control, especially when the absence of aflatoxin M¢ above the regulatory limit
needs to be documented.

2 Principle

Immunochemical methods are based on the ability of antibodies to bind to specific substances. The

reversible

association between antibodies and their corresponding antigens is called the immunological reaction. The
binding

forces involved are weak molecular interactions, such as Coulomb and van der Waals forces, as well as
hydrogen

bonds and hydrophobic binding.

The antigen-antibody reaction is based on the law of mass action and the amount of antigen or antibody present
in

the reaction mixture can be inferred from the extent of the reaction.

The “quality” of any immunoassay is a function of the immunochemical principle of the method, the properties of

the
reagents, the assay design and the experimental errors. These basic principles determine the

sensitivity,
specificity, precision and accuracy of the assay.

Concerning the principle of the method, a distinction exists between competitive methods and non-
competitive
methods.

For practical reasons, these methods need either labelled antigen or labelled antibody to permit observation of
the
antigen-antibody reaction.

Competitive methods are based on the competition of free (A ) and labelled (A *) antigen for a limited number
of g g
antibody-combining sites (AB).

Schematically, this immunochemical principle may be presented according to the following formula:

A+A +AB=AAB+A AB+A +A

g g'* g g* g gt



In most cases, the assay response represents the bound-labelled antigen, but any measure of the distribution of
the labelled antigen is, in principle, possible.

For the detection of low molecular weight compounds like mycotoxins, which possess only one antibody binding
site (epitope), the competitive assay format is mandatory. To provide a distinction between unreacted and
complexed reactants, most assays use either antibody (direct competitive assay) or antigen (indirect competitive
assay) bound to a solid-phase as immunosorbent. So all the reagents that are not bound by the antibody can be
easily removed by "washing” the solid phase.
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3 Aflatoxin M{ enzyme immunoassay

Based on the information given in the general principles of immunoassays (see clause 2), it is recommended that
an ELISA-method for aflatoxin M1 should comply with the specifications given in Table 1.

Table 1 — Specification of assay parameters

Parameter Specification \

Antibody

source Polyclonal or monoclonal
Labelled antigen

Marker enzyme Horseradish peroxidase

Design Aflatoxin B4 or My-oxime-horseradish peroxidase
Assay format

Immunochemical principle Competitive enzyme immunoassay

Design 96-well microtitre plate assay

Time 3hto4h

Assay sensitivity
AFM; concentration giving relative absorbance of:

80 % < 20 ng/l
50 % < 50 ng/l
Assay specificity
Cross-reactivity with aflatoxin M, 100 %

Cross-reactivity with other aflatoxins (occurring in milk) <20 %
Statistical design

Standards
— replicates 2 Or more
— dilutions 6 or more including zero standard
— concentration range (ng/ml) between 5 ng/l and 50 ng/l or broader
Samples
— replicates 2 or more
— dilutions if necessary
Calculation
Curve fitting Approximation of a cubic spline, four-parameter-logistic model,
inear regression (only linear part of the standard curve) E
Precision
Standards
— coefficient of variation of repeatability of relative <10 %
absorbance
— coefficient of variation of reproducibility of relative |< 20 %
absorbance
Samples
— repeatability limit (ng/kg) < 100 ng/kg at the 200 ng/kg level (milk powder)
— reproducibility limit (ng/kg) < 150 ng/kg at the 200 ng/kg level (milk powder)
— limit of detection (ng/kg) < 5 ng/kg (milk)
——tmtofquantficatrontngrkg) = tOmgrkgtmiik)
Sample preparation Defat by centrifuging; reconstitute milk powder to a milk

(solution)

'Recovery >80 % Tor the range from 10 ng/kg 10 50 ng7kg (miTk)

a  Absorbance standard or sample/absorbance zero standard ¥ 100.

b  See statistical parameters in 6.3.

e _Corection forrecoverny usually not necessany
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4 Sensitivity

The potential sensitivity of any immunoassay is directly related to the affinity of the antibody and can be calculated,
if the equilibrium constant is known (see reference [2]). Since the antigen-antibody reaction may be described using
reaction kinetics as well as thermodynamic equations, time and temperature also have an influence on the assay

sensitivity.

5 Specificity

Next to sensitivity, the specificity of an immunochemical method is important for the performance of the assay. In
principle, a specific reaction in immunology may be defined as follows: In the presence of different molecules, the
specific antibodies must complex only one kind of molecule.

The probability of forming a “wrong” complex determines the specificity of the reaction. In other words, specificity is
determined by the sterix (three-dimensional) match of an antigen and antibody as well as by the number of
molecular interactions taking place between both molecules. Discussion of specificity requires that both the
structure of the antigen and the homogeneity or heterogeneity of the antibodies should be considered.

An antibody preparation is homogenic if all the antibodies bind only the one and same epitope, although with
different affinity. This condition is fulfilled by monoclonal antibodies, but also by antisera against compounds of low
molecular weight (haptenes). On the other hand, an antibody preparation is heterogenic if it contains different
antibody populations, specific for different epitopes.

On a molecular basis “true” cross-reactivity describes the case in which at least two different antigens compete for
the same antibody-binding site. Almost exclusively, true cross-reactivity is observed in competitive assays
using

either monoclonal antibodies or antisera against low molecular weight compounds. In practice, this means that
a

high enough concentration of a truly cross-reacting substance gives the same result as the “right” substances in

a
competitive assay.

It is important to note that unspecific influences on the assay (e.g. matrix effects) often cannot be

distinguished

from the specific influence of cross-reacting substances. In both cases, the assay response is the same and a
false

positive or a false negative result is obtained. Due to the immunoassay principle, however, false negatives
are

unlikely in competitive assays.

6 Statistical parameters

6.1 General

For the discussion of statistical parameters influencing the “quality” of immunoassays, it should be noted that
general statistical methods to define the limit of detection, the limit of quantification, reproducibility, etc., should also
be applied to immunoassays. There are, however, some parameters influencing the within-assay precision
(repeatability) and the accuracy of immunoassay results which are typical for enzyme immunoassays set up on
96-well microtitre plates.

For routine analysis, such methods usually specify a number of wells for preparation of the standard curve and a
fixed number of replicates for standards and samples, as well as a nhumber of dilutions for each sample.

6.2 Precision

In the process described in 6.1, there are two factors that affect the precision of the estimate to a great extent. The
first is the location of the observed absorbance values on the calibration curve. The second is the number of
replicates used for each sample.

Due to the non-linear shape of the calibration curve, absorbance readings near 50 % relative binding give more
precise results than readings near 100 % and 0 % relative binding. For practical purposes the resulis should be in
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the range from 20 % to 80 % “relative binding”. Obviously, as with any other methods, the measurement becomes
more precise if the number of replicates is increased.

6.3 Accuracy

The accuracy of the estimates is mainly affected by the accuracy of the calibration curve. The calibration curve,
however, is not known exactly, but is estimated from the absorbance readings of the standard concentrations on
the plate. Therefore, the method of curve fitting as well as the number of calibration values used and the true
concentrations of the standards determine the accuracy of the calibration curve. Among the mathematical methods
used to describe immunoassay standard curves, only the four-parameter-logistic model and the approximation of a
cubic spline should be used for enzyme immunoassays (see reference [2]). Both methods give comparable results
and at least one of them is implemented in most of the available programs for immunoassay data processing.

7 Conclusions

Although the overall quality of an immunoassay is a complex function, which is hard to describe, some factors
iInfluencing the major assay quality parameters are summarized in Table 2 in a simplified manner.

Table 2 — Factors with direct influence on major assay quality parameters of enzyme immunoassays

Factor Assay quality parameter
Sensitivity Specificity Precision Accuracy

Immunochemical

— principle of method yes yes
Antibody

— affinity yes no

no no

— specificity no yes
Labelled reagent

— activity yes no

— design yes yes
Standards

— replicates no yes

— dilutions no yes
Samples no no

— replicates yes no

— dilutions yes no
Curve fitting no yes
Experimental error yes yes yes yes
Sample preparation yes yes yes yes
NOTE Concerning the limited specificity as well as the possibility of false positive results due to unspecific inhibition of the assay,

confirmation of immunoassay results is still needed for legal and statutory purposes.




EN ISO 14675:2003

Bibliography

[1] MARTLBAUER E. Basic principles which determine the quality of immunoassays. IDF Special Issue No. 9302,
1993, p. 137
[2] RobpBARD D., MunsON P.J. and DE LEAN A. Improved curve-fitting, parallelism testing, characterization of

sensitivity and specificity, validation and optimization for radioligand assays. In: Radioimmunoassay and
related procedures in medicine. Vol. 1, 1977, pp. 469-514. International Atomic Energy Agency, Vienna,
1978

Licensed Copy: Uni of Science & Technology User, University of Science & Tech, Sat Sep 17 03:06:05 BST 2005, Uncontrolled Copy, (c) BSI



Licensed Copy: Uni of Science & Technology User, University of Science & Tech, Sat Sep 17 03:06:05 BST 2005, Uncontrolled Copy, (c) BSI

BS EN ISO
14675:2003

BSI

389 Chiswick High Road
London
W4 4AL

BS| — British Standards Institution

BSl is the independent national body responsible for preparing
British Standards. It presents the UK view on standards in Europe and at the
iInternational level. It is incorporated by Royal Charter.

Revisions

British Standards are updated by amendment or revision. Users of
British Standards should make sure that they possess the latest amendments or
editions.

It is the constant aim of BSI to improve the quality of our products and services.
We would be grateful if anyone finding an inaccuracy or ambiguity while using
this British Standard would inform the Secretary of the technical committee
responsible, the identity of which can be found on the inside front cover.

Tel: +44 (0)20 8996 9000. Fax: +44 (0)20 8996 7400.

BSI offers members an individual updating service called PLUS which ensures
that subscribers automatically receive the latest editions of standards.

Buying standards

Orders for all BSI, international and foreign standards publications should be
addressed to Customer Services. Tel: +44 (0)20 8996 9001.

Fax: +44 (0)20 8996 7001. Email: orders@bsi-global.com. Standards are also
available from the BSI| website at http:/www-bsi-glebalcom.

In response to orders for international standards, it is BSI policy to supply the
BSI implementation of those that have been published as British Standards,
unless otherwise requested.

Information on standards

BSI provides a wide range of information on national, European and

international standards through its Library and its Technical Help to Exporters
Service. Various BS| electronic information services are also available which give
details on all its products and services. Contact the Information Centre.

Tel: +44 (0)20 8996 7111. Fax: +44 (0)20 8996 7048. Email: info@bsi-global.com.

Subscribing members of BSI are kept up to date with standards developments
and receive substantial discounts on the purchase price of standards. For details
of these and other benefits contact Membership Administration.

Tel: +44 (0)20 8996 7002. Fax: +44 (0)20 8996 7001.

Email: membership@bsi-global.com.

Information regarding online access to British Standards via British Standards

Online can be found at riptfwww-bst-global-comfbsenine.

Further information about BSI is available on the BSI| website at
Copyright

Copyright subsists in all BS| publications. BSI also holds the copyright, in the
UK, of the publications of the international standardization bodies. Except as
permitted under the Copyright, Designs and Patents Act 1988 no extract may be
reproduced, stored in a retrieval system or transmitted in any form or by any
means — electronic, photocopying, recording or otherwise — without prior written
permission from BSI.

This does not preclude the free use, in the course of implementing the standard,
of necessary details such as symbols, and size, type or grade designations. If these
details are to be used for any other purpose than implementation then the prior
written permission of BS| must be obtained.

Details and advice can be obtained from the Copyright & Licensing Manager,

Email: copyright@bsi-global.com.



