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1. INTRODUCTION

The purpose of this document is to provide guidance how to implement the
requirements ofverification for analytical methods introduced by the Commissio
Regulation (EC) No 429/2068

"Performance characteristics of in-house validatedthods shall beerified by
testing the method in a second, accredited, anépgaddent laboratory [...]".

According to the paragraph 2.6.1.1 and 2.6.2.1 oiheéx Il of the Commission
Regulation (EC) No 429/206&he analytical methods shall meet the same reqeinésn
as those used for official control purpose as tldn in Article 11 of Regulation (EC)
No 882/2004.

When only in-housémethod validation is provided the verificationtb® performance
characteristics by an independent expert laboratorgquired ¢f. paragraph 2.6.1.3 of
Regulation (EC) No 429/2068

The verification study aims to demonstrate thatrttethod can be transferred reliably to
another laboratory.

With this guidance document the European Union iRefse Laboratory for Feed
Additives recommends a harmonised reporting fortoagnable an effective evaluation
of dossier submitted for authorisation.

Although this is not a legal text, applicants aseommended to take into account this
document when preparing an application for authtioa of feed additives, in
compliance with Article 7 of Regulation (EC) No 183003 of the European Parliament
and of the Council.

For the purpose of this guidance document the tiefs laid down in the relevant
Community legislation and ISO standards shall apply

1 0J L133, 22.05.2008, p.1-65
20J L165, 30.04.2004, p.1

% The term of In-housé validation — meaningsingle-laboratory validation - is used throughout this
document for consistency with the Regulation.

40J L268, 18.10.2003, p.29-43
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2. PROCESSOVERVIEW

O The Applicant shall select and define the intended scope of aisthe
guantitative analytical method(s) for determinirggnpliance with maximum
or minimum proposed levels of the active substas)tagent(s) (denoted
hereafter as analytes) in the additive, premixtuieedingstuffs water, target
tissues and animal products (denoted hereafteafsxfoes)).

O The Applicant shall perform than-housevalidation, applying the relevant
recommendation of international standards or guidamhocuments, such as
the IUPAC harmonised protoc8) the ISO 16140 standard of relevance for
microbiology. The performance characteristics to be investijatccording
to Regulation 882/2004 - are listed in Annex I.

O The applicant shall provide the validation repantluding performance
characteristics and experimental data/evidence.

O The Applicant shall draft a detailed descriptiontibé analytical method —
defined hereafter as Operating Procedure (OP) dbafprmat recommended
in the 1ISO 78-2 standard. Annex Il lists the topitslauses"in the preferred
order of presentation.

O The Applicant shall select and entrust iadependent expert laboratory,
denoted hereafter as Laboratory 2 (Lab.2), withl wstablished experience
and demonstrated competence in the field related thte relevant
analyte/matrix/method combination.

O The Applicant shall provide Lab.2 with the relevarformation and sufficient
amount of material to properly perform the analy3éss includes:
- Clear statement of the scope and the objectiveeo$tudy;
- The draft of the operating procedure mentioned apov
- Standards for calibration and blank samples (wk&vant);

- Samples with declared analyte content allowindghanfirst phase Lab.2 to
get familiar with the method,;

- Samples with undisclosed content (blind samplegjsgess the quality of
the work performed by Lab.2;

- The draft of the experimental protocol to be folemhby Lab.2;

- The form to be used by Lab.2 to report about Weefication study
(Verification Study Report, Annex lll).

® For the analyte/feedingstuff combination a repmestéve feed should be investigated according ® th
authorisation sought.

® M. Thompson et al.: Harmonised Guidelines For Bingboratory Validation Of Methods Of Analysis
(IUPAC Technical Report) Pure Appl. Chem., Vol. Rig. 5, pp. 835-855, 2002.

" EN 1SO 16140: Microbiology of food and animal feegistuffs — Protocol for the validation of altetiva
methods (2003)

8 EN 1SO 78-2: 1999: Chemistry — Layout standar@st P: methods of chemical analysis

EURL-FA Guide: Protocol for verification studies of single-laboratory/in-house validated methods Page 5/ 26
Document Version 3.00



O Lab.2 shall contact the Applicant whenever claaifien about the OP is
needed. The Applicant shall keep track of theseraations and implement
the relevant modifications (e.g. rephrase the \Where appropriate) to ensure
the unambiguous interpretation of the OP. Theseficiions may require a
revision of the OP.

O For each analyte, Lab.2 shall analyse the blankgwk- and unknown-
samples and determines the relevant performanceatbéastics defined in
the above mentioned experimental protocol. Thisluohes - at least -
repeatability, intermediate precision, recovererdimit of detection (LOD)
and limit of quantification (LOQ), when applicablespecifying the
concentration/activity range investigated.

O For each analyte, Lab.2 shall report to the Applicdae results of the sample
analysis and the performance characteristics, usiegVerification Study
Report Template (Annex Ill). Additional information mayebincluded if
deemed necessary (i.e. chromatograms, photogrejghs,

O The Applicant shall evaluate for each analyte tlegification Study Report
prepared by Lab.2 and finalises the technical @ossi accordance with
Regulation (EC) No 429/2068ncluding the Verification Report (Annex IV),
containing for each analyte the following four ses:

- The list of modifications implemented in the OP ahd corresponding
impact on the original in-house validation;

- The evaluation of the results obtained for thedBample;

- The comparison of performance characteristics nbthby the Applicant
and Lab.2;

- Conclusion about the methedrification

3. REQUIREMENTS

The mandate of the independent expert laboratoap.@) is to verify the analytical

method selected by the Applicant. Lab.2 will analgdl the samples provided and will
report the experimental results. In particular, .Raghall investigate - under appropriate
quality standards, such as GLP in accordance wittecive 2004/10/EC or ISO

standards (cf. Commission Regulation (EC) 429/2D08the relevant performance
characteristics of the method(s) in the same cdretéon range and matrix(ces) used
during the in-house validation study.

Lab.2 can be a public or private organisation,greddly independent from the applicant's
company. Lab.2 could belong to the same comparlgeoApplicant, provided that it did
not contribute/participate to the in-house validatstudy. If a NRL from the EURL-FA
network is selected by the Applicant to be Lalhis NRL shall inform the EURL-FA.

Lab.2 should be familiar with the type of methodcfinique, matrices, etc...) under
investigation and should be a laboratory where lamnethod(s) is(are) applied on a
routine basis.
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A preparatory meeting and/or a training sessiorukhbe organised by the Applicant in
order to introduce, explain and demonstrate thehateto Lab.2. This would allow
clarifying practical details of the protocol, whappropriate.

The Applicant shall adapt and revise the documestiibing the operating procedure,
based on the comments raised by Lab.2.

The Applicant shall provide all the required samsplgth appropriate homogeneity and
stability, including standards for calibration, fikgs), known sample(s) with declared
concentration of the target analyte, and blind dafapwith undisclosed concentration of
the target analyte. The Applicant shall providelisteof samples provided.

Lab.2 shall declare deviations from the operatimgcedure and describe problems
encountered in the conduct of the study. Lab.2 prayide additional information (e.g.
chromatograms, photographs, etc...), if deemed reteva

Lab.2 shall prepare a report according to the tataplprovided (see Annex |lIl)
addressing in particular the performance of thehot ease of use of the method, and
general comments.

4. EXPERIMENTAL PROTOCOL

It is the responsibility of the Applicant to penfiorproper in-house validation and to
provide the adequate documentation. The scopeeoV#rification Study is to confirm
the performance characteristics of the submittealytinal method, not to reproduce a
new complete validation study.

In the frame of such werification study, the following issues shall be ensured:

- Analyte/matrix combinations to be investigated Aixed. Extrapolations to
other combinations have to be justified.

- The concentration ranges for the verification ststigll be similar to those
used in the in-house validation.

- No deviations from the analytical protocol are ® implemented by Lab.2
without prior information to the Applicant and foatragreement.

- All samples provided to Lab.2 for analysis are ® dharacterised by the
Applicants. Concentration values are disclosed Hmyy Applicant only for
standards for calibration and "known" samples, thiey remain undisclosed
for the "blind" samples.

The experimental design included in Annex Il i®gented hereafter. If necessary this
design can be modified, provided that it is fulgsdribed and justified.

One Verification Study Report is expected for eanhlyte in relation with the scope of
the method, including:

- Information about the five points calibration;

- Estimation of Limit of Detection (LOD) and Limif Quantification (LOQ) by
analyzing three sub-samples of the blank on twieidiht days (when relevant);
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Note: For all analyte/matrix combinations fallingider Council Directive 96/23/EC
validation should be performed according to Comimis®ecision 2002/657/E€

- Estimation of relative standard deviations fopeatability (RSDr), intermediate
precision (RSR), and recovery rate by analyzing six sub-samplekmown
samples on two different days;

- Results of analysis of three sub-samples of thel lsamples, if possible in one
day.

Overview of the Sections to be compiled

one one
Verification A .
Study * Section 1
Report
one (Annex III) several,‘one per method”
Analyte > » Section 2 |« » Method
several, “one per matrix”
» Section 3 [* »  Matrix
[~
one one
Verification )
Report > SeCtIOI‘ll
(Annex 1V)
! several, “one per matrix”
» Section 2 |« »  Matrix
7

"The same analytical method may have different
performance characteristics for different matrices"

°0J L 125, 23.5.1996, p. 10-32
0'0J L 221, 17.8.2002, p. 8-36
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ANNEX:
PERFORMANCE CHARACTERISTICS TO BE INVESTIGATED IN THE FRAME OF
A METHOD VALIDATION

According to Regulation (EC) No 882/2G0#ethods of analysis should be characterised
by the following characteristics —to be considemaring in-house validation, if
applicable:

O Accuracy;

Applicability (matrix and concentration range);
Limit of detection;

Limit of determination/quantification;
Precision;

Repeatability;

Reproducibility (intermediate precision);
Recovery;

Selectivity;

Sensitivity (and interferences);
Linearity;

Measurement uncertainty;

OO0O0OO0O0O0OO0OO0O0OO0OO0O0OaoO

Other characteristics that may be selected asrestjui
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ANNEXI1:
RECOMMENDED STRUCTURE FOR A DESCRIPTION OF A METHOD OF
ANALYSIS

Preferred titles of the clauses in the methodshefrdcal analysis, and preferred order of
the clauses, according to ISO 78-2:1999 (EN)

Foreword

Introduction

Title

Warnings

Scope

Normative references
Definitions

Principle

Reactions

Reagents and materials
Sampling

Procedure

Calculation

Precision

Quiality assurance and control
Special cases

Test report

Annexes

O 000 O0O0OOO0O0O0OOO0O0OOO0O0OOO0OO0Oao

Bibliography
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ANNEX IIl: VERIFICATION STUDY REPORT

F One report for each analyte, to be compiled byinbdependent Expert Laboratory

Section 1

1.1. Laboratory ldentification

Company / Institute

Department

Laboratory / Group

1.2. Experiencein thefield, related to the method(s) under investigation

= Your laboratory carries this type of analyses
[ ] Often [ ] Seldom [ ] Never

» Accreditation: [ | Yes [ ] No [ ] Pending
- according to/compliant witl(specify standard)
- specify scope of accreditation :
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1.3. List of samples provided by the Applicant

Description, specify analyte, matrix
(specify major constituents)

Amount delivered &
units

Standard(s) for
Calibration

Blank(s),
if applicable

Known Samples

Blind Samples

Sample Delivery Date

(short descriptiort}

Storage conditions used

campaign

Date (s) of Measurement

1 Specify relevant information, such as temperathueidity, darkness/light, etc.
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Verification Study Report approved by:

Name

Function

Date

Signature

Send the completed Report to the Applicant. Thaok y
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Section 2 (1 One for eacmethod)

2.1. Scope: Verification of

Title of the Method

for the determination of (specify analyte)

in the following matrices
[] Feed Additive

Premix for (specify species).

Feedingstuffs for ((specify speciess)

Water

O 0O 0O O

Target tissues/animal products|(specify tissues/produtt)

2.2. Review of the Operating Procedure (OP)
(list of comments discussed with the Applicant)

Num | Describe problem Modification suggested
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2.3. Overall evaluation of each method

Is the Operating Procedure clean ves O No

& understandable?

(cf. Section 2.2.)

O Could improve

Is the Operating Procedure easy Yes O No
/practical?
Do your results confirm the in-0O ves O No O Not quite

house validate characteristics?

Would you implement this
method in your laboratory?

O Yes O No

Explain why?

Do you have knowledge off ves O No

similar methods fit for the
purpose?

If Yes, please provide referen

Le:

EURL-FA Guide: Protocol for verification studies of single-laboratory/in-house validated methods

Document Version 3.00

Page 15/ 26




Section 3 (1 One for eacimatrix)

3.1. Calibration (when applicable)

[ Provide one set of calibratidor each matrix.

Method

Analyte

Matrix

Calibration date (Day 1)

Standard for calibration

Calibration Equation & correlation coeff.

Calibration Graph
(insert Graph)

Calibration date (Day 2)

Calibration Equation & correlation coeff.

Calibration Graph
(insert Graph®)

Comments - describe experimental problems encounterechiij a
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Blank
Sample
3.2. Blank (when applicable) / \
Day 1 Day 2
Method Sub-
samples
N
Matrix
Results
Date Sample ID Sample intdkg Result (*) or
less than value
Day 1
Day 2

Units:
(*) Provide (when possible) 2 significant dig{tse. 0,12 or 1,2 or 12 or 120)

Estimates of Limit of Detection (LOD) and Limit Quantification (LOQ)

LOD
LOQ
Units:

Comments
- Explain / specify how LOD and LOQ were calculated
- describe experimental problems encountered yif an

12 Amount of sample used for the analysis
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K Sample\

3.3."Known" samples Day 1 Day 2

AN TN

Results

Method

Analyte

Matrix

Expected content, unit

Date Sample ID Sample intdRe Results (a)

Day 1

Day 2

Units:

(a) Provide (when possible) 3 significant didite. 0,123 or 1,23 or 12,3 or 123)

13 Amount of sample used for the analysis
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Estimates of relative standard deviations for regd@bty (RSD)
and intermediate precision (R§Pand Recovery

RSD (%)
RSDk (%)
Recovery

Comments
- Specify calculation of RSPRSD; and Recovery rate
- describe experimental problems encountered yif an
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3.4." Blind" /funknown samples -
Sample
Method —
Analyte \ j \
Matrix
Results
Measurement Date] Sample ID Sample intakeResults (¥)

Units:
(*) Provide (when possible) 3 significant digfte. 0,123 or 1,23 or 12,3 or 123)

Computed mean, standard deviation and RSD%

Mean (#)

Repeatability Standard
Deviation (#)

RSD%

(#) Units:

Comments
- describe experimental problems encountered yif an

14 Amount of sample used for the analysis
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ANNEX IV: VERIFICATION REPORT

R One report for each analyte, to be compiled byAelicant

Section 1

1.1. Introduction:

One/Several method(s) has/have been in-house tedida

O Method 1 |(short descriptor) for the determinatiof [(specify active
substancé) in thEeed Additive.

O Method 2 |(short descriptor)| for the determination of(specify active
substance)n Premix.

O Method 3 |(short descriptor)| for the determination of(specify active
substancé)n Feedingstuffs

O Method 4| (short descriptof) for the determinatioh |(specify active

substancé) in theVater.

O Method 5| (short descriptor) for the determinatiof |(specify active
substancé) in thiar get tissues/animal products|(speC|fy tlssue/produ¢t)

(adapt accordingly - add or remove)

The following independent expert laboratory (deddtere after as Lab.2) was selected to
confirm the outcome of the validation study(ies):

Company / Institute

Department

Laboratory / Group

This report:

a) presents the comments made by Lab.2 concetmn@perating Procedure document and the
consequent corrections implemented;

b) (if required) provides additional experimentaidence resulting from a major modification in
the experimental protocol (see previous point);

c) compares the performance characteristics sudmhiily Lab.2 to those obtained during the in-
house validation study;

d) draws conclusions about the successful veriGioagtudy.
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1.2. Review of suggested modifications for the Operating Procedur e(s):

Modification Suggested Reply/Justification
by Lab.2 by Applicant

OP Method #
Comment #
Category (*)

=

=
N

=
w

(*) E: editorial; m: minor; M: major/critical

[ ] All modifications are implemented accordingly. Tfiral operating procedure is
included in Enclosure

[ ] At least one "Major/critical” modification was idgmented; the following additional
experimental data are submitted to complement tHeouse validation study. See Enclosure
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Section 2 (Fo One for eacimatrix)

2.1. Comparison of performance characteristics

Method

Analyte

Matrix

Applicant Lab.2 Significance | Acceptable?
test used Yes or No

LOD
LOQ
RSD %
RSk %(*) Compare
intermediate precision with Target (*)
Concentration
Known Sample
Recovery (%) t-test
Concentration z-scoré®
Blind sample (X)

(*) Target derived from - Legislation or - the Horvieguation or - an expert opinion;
Target to be specified in the comments.

Comments

Conclusion
Successful Verification Study: O YesO No

15 z-score defined as: %, — Xiab )/(RSDR * X app)- The result is consideresatisfactorywhen|z|< 2.
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Verification Report Approved by:

Name

Function

Date

Signature
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This document is the result of the activities of an ad-hoc working group
established by the EURL (former CRL) for Feed Additives and composed by
experts from the EURL and from the consortium of National Reference
Laboratories assisting the EURL for the tasks related to Regulation (EC) No
1831/2003 listed in Annex II of Commission Regulation (EC) No 378/2005,
as amended by Commission Regulation (EC) No 850/2007. The members of
the working group were: Maria Cesarina Abete, Jacob de Jong, Jozsef
D6émsddi, Krzysztof Kwiatek, Annette Pléger, Piotr Robouch and Giuseppe
Simone.

FEFANA (EU Association of feed additives and premixtures operators) has
been consulted during the preparation of this document.

This document has been endorsed by the above mentioned consortium of
National Reference Laboratories.




