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Purpose of the working document: 
For the evaluation of dossiers regarding the authorisations of botanical defined flavourings the EURL will focus on the evaluation of analytical methods for the quantification of the phytochemical marker(s) selected by the Applicant in the feed additive, as specified by chapter 2.2.1.1 of Annex II of Commission Regulation (EU) No 429/2008. The evaluation takes into account the corresponding ranges of the content of the relevant phytochemical marker(s) in the product as specified in the dossier e.g. Proposal for Registry Entry - Annex A. The purpose of this document is to specify the experimental design required to demonstrate the suitability of the quantification approach proposed by the Applicant and its transferability to an independent laboratory (verification).
Whenever appropriate, we recommend the use of international recognised standards such as from ISO or Pharmacopeia. If this is the case, the proposed method has to be applied for the quantification of the selected phytochemical marker(s) in the feed additive subject of the current application authorisation request according to the experimental design described in PART I of this guide, while the experiments described in PART II are not required.
PART I: Quantitative Assay Report

( One report for each phytochemical marker, to be compiled by the Applicant
Section A
A.1. Applicant Laboratory Identification

	Company / Institute
	     

	Department
	     

	Laboratory / Group
	     


A.2. Experience in the field, related to the method(s) under investigation 

· Your laboratory carries this type of analyses 




 FORMCHECKBOX 
 Often
 FORMCHECKBOX 
 Seldom
 FORMCHECKBOX 
 Never

· Accreditation: 
 FORMCHECKBOX 
 Yes

 FORMCHECKBOX 
 No

 FORMCHECKBOX 
 Pending

- according to/compliant with (specify standard):      
- specify scope of accreditation : 
     
A.3. List of samples analysed in the frame of the quantitative assay 
	
	Description, specify analyte, matrix
(specify major constituents)

	Standard(s) for Calibration (if applicable)
	·      
·      

	Test samples (batch numbers)
	·      
·      


	Storage conditions used
(short description)
 
	     

	Date(s) of Measurement campaign
	     


Quantitative Assay Report approved by:

	Name
	     

	Function
	     

	Date
	     

	Signature


	


To be completed by the Applicant Laboratory
Section B   (( One for each phytochemical marker)
B.1. Scope: Quantification assay 
Title of the Method       

for the determination of       (specify phytochemical marker)
in the Feed Additive        (specify the Feed Additive)
The quantification of the phytochemical marker is expressed as:

 FORMCHECKBOX 
 Absolute (mass fraction, using standard substance)
 FORMCHECKBOX 
 Relative (chromatographic signal fraction, % using total signal of all constituents)
Section C   (( One for each phytochemical marker)

C.1. Calibration (when applicable i.e. when expressed as mass fraction)
( Provide one set of calibration for each phytochemical marker.

	Method
	     

	Phytochemical Marker
	     

	Feed Additive 
	     


	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 encountered (if any)
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C.2. Test samples
( Provide one set of test samples for each 
phytochemical marker.

	Method
	     

	Phytochemical Marker
	     

	Feed Additive
	     

	Expected content range as specified in the dossier, unit (i.e. mass fraction OR relative % signal
) 
	     


	
	Date (dd/mm/yyyy)
	Batch No
	Replicate ID
	Sample intake

	Results (a)

	Day 1
	     
	     
	     
	     
	     

	
	
	
	     
	     
	     

	
	
	     
	     
	     
	     

	
	
	
	     
	     
	     

	Day 2
	     
	     
	     
	     
	     

	
	
	
	     
	     
	     

	
	
	     
	     
	     
	     

	
	
	
	     
	     
	     

	
	
	Units:
	
	     
	     


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

Estimates of mean, relative standard deviations for repeatability (RSDr) and intermediate precision (RSDip)

	Batch No
	     
	     

	Mean 
	     
	     

	RSDr (%)
	     
	     

	RSDip (%)
	     
	     


Comments 

- Specify calculation of mean, RSDr and RSDip 

- Describe experimental problems encountered (if any)
	     



PART II: Transferability Report 
( One report for each phytochemical marker, to be compiled by the Independent Expert Laboratory
Section 1
1.1. Laboratory Identification

	Company / Institute
	     

	Department
	     

	Laboratory / Group
	     


1.2. Experience in the field, related to the method(s) under investigation 

· Your laboratory carries this type of analyses 




 FORMCHECKBOX 
 Often
 FORMCHECKBOX 
 Seldom
 FORMCHECKBOX 
 Never

· Accreditation: 
 FORMCHECKBOX 
 Yes

 FORMCHECKBOX 
 No

 FORMCHECKBOX 
 Pending

- according to/compliant with (specify standard):      
- specify scope of accreditation : 
     
1.3. List of samples analysed in the frame of the transferabilty 
	
	Description, specify analyte, matrix
(specify major constituents)
	Amount delivered & units

	Standard(s) for Calibration (if applicable)
	·      
·      
	·      
·      

	Test samples (batch numbers)
	·      
·      
	·      
·      


	Sample Delivery Date 
	     

	Storage conditions used
(short description)
 
	     

	Date(s) of Measurement campaign
	     


Verification Report approved by:

	Name
	     

	Function
	     

	Date
	     

	Signature


	


Send the completed Report to the Applicant. Thank you

Section 2   (( One for each phytochemical marker)
2.1. Scope: Verification of 

Title of the Method       

for the determination of       (specify phytochemical marker)
in the Feed Additive        (specify the Feed Additive)
The quantification of the phytochemical marker is expressed as:

 FORMCHECKBOX 
 Absolute (mass fraction, using standard substance)

 FORMCHECKBOX 
 Relative (chromatographic signal fraction, % using total signal of all constituents)
2.2. Review of the Operating Procedure (OP) 

(list of comments discussed with the Applicant)
	Num
	Describe problem
	Modification suggested

	1
	     
	     

	2
	     
	     

	3
	     
	     

	…
	     
	     


2.3. Overall evaluation of each method

	Is the Operating Procedure clear & understandable?
	 FORMCHECKBOX 
 Yes

 FORMCHECKBOX 
 No

 FORMCHECKBOX 
 Could improve

 (cf. Section 2.2.)

	Is the Operating Procedure easy /practical?
	 FORMCHECKBOX 
 Yes

 FORMCHECKBOX 
 No

	Do your results confirm the –tests carried out by the Applicant?
	 FORMCHECKBOX 
 Yes

 FORMCHECKBOX 
 No

 FORMCHECKBOX 
 Not quite

	Would you implement this method in your laboratory? 
	 FORMCHECKBOX 
 Yes

 FORMCHECKBOX 
 No

Explain why?      

	Do you have knowledge of similar methods fit for the purpose?
	 FORMCHECKBOX 
 Yes

 FORMCHECKBOX 
 No

If Yes, please provide reference:      


Section 3   (( One for each phytochemical marker)

3.1. Calibration (when applicable i.e. when expressed as mass fraction)
( Provide one set of calibration for each phytochemical marker.
	Method
	     

	Phytochemical Marker
	     

	Feed Additive 
	     


	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 encountered (if any)

	     




3.2. Test samples
( Provide one set of test samples for each 
phytochemical marker.

	Method
	     

	Phytochemical Marker
	     

	Feed Additive
	     

	Expected content range as specified in the dossier, unit (i.e. mass fraction OR relative % signal
)
	     


	
	Date (dd/mm/yyyy)
	Batch No
	Replicate ID
	Sample intake

	Results (a)

	Day 1
	     
	     
	     
	     
	     

	
	
	
	     
	     
	     

	
	
	     
	     
	     
	     

	
	
	
	     
	     
	     

	Day 2
	     
	     
	     
	     
	     

	
	
	
	     
	     
	     

	
	
	     
	     
	     
	     

	
	
	
	     
	     
	     

	
	
	Units:
	
	     
	     


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

Estimates of mean, relative standard deviations for repeatability (RSDr) and intermediate precision (RSDip)
	Batch No
	     
	     

	Mean 
	     
	     

	RSDr (%)
	     
	     

	RSDip (%)
	     
	     


Comments 

- Specify calculation of mean, RSDr and RSDip 

- Describe experimental problems encountered (if any)
	     



ANNEX IV: Transferability Report

( One report for each phytochemical marker, to be compiled by the Applicant
Section 1

1.1. Introduction:
One/Several method(s) has/have been in-house validated:
· Method        (short descriptor)
for the determination of        (specify phytochemical marker) in       (specify the Feed Additive).
The following independent expert laboratory (denoted here 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 concerning the Operating Procedure document and the consequent corrections implemented; 
b) (if required) provides additional experimental evidence resulting from a major modification in the experimental protocol (see previous point); 
c) compares the performance characteristics submitted by Lab.2 to those obtained during the in-house validation study; 
d) draws conclusions about the successful verification study. 

1.2.  Review of suggested modifications for the Operating Procedure(s):

	OP Method #
	Comment #
	Modification Suggested 
by Lab.2
	Reply/Justification 
by Applicant
	Category (*)

	1
	1
	     
	     
	  

	1
	2
	     
	     
	  

	1
	3
	     
	     
	  

	…
	
	
	
	

	
	
	
	
	


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

 FORMCHECKBOX 
 All modifications are implemented accordingly. The final operating procedure is included in Enclosure      .

 FORMCHECKBOX 
 At least one "Major/critical" modification was implemented; the following additional experimental data are submitted to complement the in-house validation study. See Enclosure      .
Section 2  (( One for each phytochemical marker)
2.1.  Comparison of estimates of mean, relative standard deviations for repeatability and intermediate precision 
	Method
	     

	Phytochemical marker
	     

	Feed Additive 
	     


	
	Batch No
	     

	
	Applicant
	Lab.2
	Acceptable? Yes or No

	Mean 
	     
	     
	     

	RSDr %
	     
	     
	     

	RSDip %
intermediate precision
	     
	     
	     


	
	Batch No
	     

	
	Applicant
	Lab.2
	Acceptable? Yes or No

	Mean 
	     
	     
	     

	RSDr %
	     
	     
	     

	RSDip %
intermediate precision
	     
	     
	     


Comments
	     



Conclusion:    
Successful Transferability Study:
 FORMCHECKBOX 
 Yes
 FORMCHECKBOX 
 No

Verification Report Approved by:

	Name
	     

	Function
	     

	Date
	     

	Signature


	


� Specify relevant information, such as temperature, humidity, darkness/light, etc.


� Please note that the proposed method for official control must be the same or equivalent as the one used for the determination of the expected content range as specified in the dossier


� Amount of sample used for the analysis


� Specify relevant information, such as temperature, humidity, darkness/light, etc.


� Please note that the proposed method for official control must be the same or equivalent as the one used for the determination of the expected content range as specified in the dossier


� Amount of sample used for the analysis
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