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ORIGINS OF THE INITIATIVE

French laboratory network for the control of pharmacologically active substances

Homogeneous workflow
_ Control Plan
Guideline Synchronised Results
set-up

Training Conducting
0 monitoring plans
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ESTABLISHMENT OF WORKING GROUPS AND TIMETABLE
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GENERAL IMPLEMENTATION WORKFLOW
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UNAUTHORISED OR PROHIBITED SUBSTANCES VALIDATIO

Developed
Method

2021/808
Validation

Official
Method
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UNAUTHORISED OR PROHIBITED SUBSTANCES VALIDATIO

Example on progestagen esters in fat
Fat sample

Analytical methodology

Internal
standard |-
addition

Microwave
Assisted
Extraction

Liquid/Liquid
Extraction

C18 & SiOH
SPEs

LC-MS/MS
analysis

«r
anses SARAF — 8th of December 2022



UNAUTHORISED OR PROHIBITED SUBSTANCES VALIDATION

Example on progestagen esters in fat

Regulation

.
O

O

)
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anses SARAF — 8th of December 2022 7



UNAUTHORISED OR PROHIBITED SUBSTANCES VALIDATIC

Example on progestagen esters in fat

Level of interest

EURL GUIDANCE ON MINIMUM METHOD PERFORMANCE
REQUIREMENTS (MMPRs) FOR SPECIFIC PHARMACOLOGICALLY
ACTIVE SUBSTANCES IN SPECIFIC ANIMAL MATRICES

Substances Marker regld;l © Matrix MMPR*
metabolite
Melengestrol Melengestrol Kidney fat 5 ppb
(acetate) Muscle 1.0 ppb

*CCP for screening methods or CCo for confirmatory methods should be lower than the value expressed in this column.
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UNAUTHORISED OR PROHIBITED SUBSTANCES

VALIDATIO

Example on progestagen esters in fat

L 180/84 Official Journal of the European Union 21.5.2021

Analytical performances

COMMISSION IMPLEMENTING REGULATION (EU} 202 1]808
of 22 March 2021

on the performance of analytical methods for residues of pharmacologically active substances used
in food-producing animals and on the interpretation of results as well as on the methods to be used
for sampling and repealing Decisions 2002(657/EC and 98/179/EC

Classification of analytical methods by the performance characteristics that have to be determined

Confirmation Screening
Method -

Qualitative I Quantitative I Qualitative Se'.l - I Quantitative I
quantitative I
Substances B B B B [
Identification in accordance with X X | I

12 ! I
| | .
CCa X X I
CCp - I X x x |
Trueness | X 1 | X |
N | | :
Precision b'e (x) biq :
Relative matrix effect/absolute X I X I

recovery * I [
I | | |
Selectivity/Specificity X X X X I
Stability * X I X X X |
Rugged I I
%) uggedness | X X b | oox
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UNAUTHORISED OR PROHIBITED SUBSTANCES

VALIDATIO

Example on progestagen esters in fat
L 180/34

Official Journal of the European Union 21.5.2021

Analytical performances

COMMISSION IMPLEMENTING REGULATION (EU} 202 1]808
of 22 March 2021

on the performance of analytical methods for residues of pharmacologically active substances used
in food-producing animals and on the interpretation of results as well as on the methods to be used
for sampling and repealing Decisions 2002(657/EC and 98/179/EC

Classification of analytical methods by the performance characteristics that have to be determined

Confirmation Screening
Method -

Qualitative I Quantitative I Qualitative Se'.l - I Quantitative I
quantitative I
Substances B B B B [
Identification in accordance with X X | I

1.2 | |
| | |
CCa X X I
CCp - I X x x |
Trueness | X ? 1 | X ? |
|
Precision ! b'e ? (x) l biq ? :
Relative matrix effect/absolute x 9 I x 9 I

recovery * I - | -

e | | |
Selectivity/Specificity X X X X I
Stability * X I X X X |
Rugged I |
%) uggedness | X X b | oox

anses
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UNAUTHORISED OR PROHIBITED SUBSTANCES VALIDATIO

Example on progestagen esters in fat

Analytical performance

French Touch
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UNAUTHORISED OR PROHIBITED SUBSTANCES VALIDATI

Level of interest Level 1: LCL Level 2 Level 3 Level 4
MMPR < MMPR > MMPR MMPR 1.5xMMPR
Choice of LCL :

e aslow as possible

 Where validation of the concentration of 0.5 times the level of interest is not reasonably
possible, this value may be replaced by the lowest concentration between 0.5 and 1 time
the level of interest (see § 2.2.1.2, 2.2.1.3 and 2.2.1.4 of the Annex to the Regulation).

Melengestrol Acetate

Level of interest Level 1:LCL Level 2 Level 3 Level 4

MMPR =5 ng/g 0.5 ng/g 2.5 ng/g 5ng/g 7.5 ng/g

«r
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UNAUTHORISED OR PROHIBITED SUBSTANCES VALIDATIC

Experimental design

Serie 1
Matrix effect
20 different batches of matrices representative to the method application field

Serie 2 Serie 3 Serie 4
Calibration curve Calibration curve Calibration curve
(n>5) (n>5) (n>5)

Blank samples (n>6) Blank samples (n>6) Blank samples (n>6)
Level 1 (n>6) Level 1 (n>6) Level 1 (n>6)
Level 2 (n>6) Level 2 (n>6) Level 2 (n>6)
Level 3 (n>6) Level 3 (n>6) Level 3 (n>6)
Level 4 (n>6) Level 4 (n>6) Level 4 (n>6)

«r
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UNAUTHORISED OR PROHIBITED SUBSTANCES VALIDATIO

Melengestrol Acetate experimental design

Serie 1 : the 14t of june 2022

Matrix effect on the scope of the analytical method
21 fat samples from 8 Bovine, 2 Equine, 2 Ovine and 9 Porcine species spiked at the MMPR

Matrix effect corrected by the internal Standard
REG 2021/808 Criterion : CV < 20%

CV max A Matrix effect

v

No significant effect
=> validation on the complete scope

«r
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UNAUTHORISED OR PROHIBITED SUBSTANCES

VALIDATION

Melengestrol Acetate experimental design

Serie 1 : the 14th of June 2022

Matrix effect on the scope of the analytical method
21 fat samples from 8 Bovine, 2 Equine, 2 Ovine and 9 Porcine species spiked at the MMPR

S

Serie 2 : 15t of July 2022

Serie 3 : 8th of July 2022

Serie 4 : 28t of July 2022

«r
anses

SARAF — 8th of December 2022

( AY4 AV 4 \/ \( AY4 N
Calibration 7 different Calibration 7 different Calibration 7 different
curve on samples curve on samples curve on samples
pool fat 1 spiked at pool fat 2 spiked at pool fat 2 spiked at
0 ng/g 0 ng/g 0 ng/g
0.25 ng/g 0 ng/g 0.25 ng/g 0 ng/g 0.25 ng/g 0 ng/g
0.5 ng/g 0.5 ng/g 0.5 ng/g 0.5 ng/g 0.5 ng/g 0.5 ng/g
1.25 ng/g 2.5 ng/g 1.25 ng/g 2.5 nglg 1.25 ng/g 2.5 nglg
2.5 nglg 5 ng/g 2.5 nglg 5 ng/g 2.5 nglg 5 ng/g
5 ng/g 7.5 nglg 5 ng/g 7.5 ng/g 5 ng/g 7.5 ng/g
10 ng/g \ / 10 ng/g \ / 10 ng/g \ J
J J J
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UNAUTHORISED OR PROHIBITED SUBSTANCES VALIDATION

Specificity No interference in the 21 blank samples
20220701-028 Smooth(Mn,1x2) F8:MRM of 4 channels,ES+
21.2500 CCO 397.1>337.2
385 . 5 47904003 Melengestrol Acetate
379 7% Gignal A79e
100 Iigna 433
354355 A0 '
% 3.26 335 ’ . 441 457.4.59 . Si nal Noise < 3
: | { Noise gnal/
0~ T T T T T T T R e MiN
20220701-028 Smooth(Mn,1x2) F8:MRM of 4 channels,ES+
21.2500 CCO pemelengestrol 397.1>279.1
100 3.71 400 1.089e+004
111.03
343
0,13.20 2659 433
% 3.27 ‘}-15 \4.434.45 4 48 459
O B o o e e L e ey B )
20220701-028 Smooth(Mn,1x2) F9:MRM of 2 channels ,ES+
21.2500 CCO 400.1 > 337.2 Melengestrol Acetate - d3
100 Ac. Melengestrol-d3;4.00;33806.63;388700 3.923e+005
%
0 ....,....,....,....,....,....,...'.,....,....,I....,....,....,....,.... min
20220701-028 Smooth(Mn,1x2) F9:MRM of 2 channels ES+
21.2500 CCO 400.1 > 279.1
100 Ac. Melengestrol-d3;4.00;27535.40;317628 3.176e+005
%
0 ....|....|....|....|....|....|..I..|....|....|...I.|....|....|....|.... min
3.40 3.60 3.80 4.00 420 4.40
74
A\ Y 4 16
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UNAUTHORISED OR PROHIBITED SUBSTANCES VALIDATIO

ccp
Definition from the REG (EU) 2021/808

Determination M*d 1 Method 2 Mex:l 3

CCB RPA
| D
— — Concentration
Method 2 MMPR
At LCL/STC

(b) Method 2: Investigation of fortified blank material at concentration levels at and above the STC. For each
concentration level 20 fortified blanks shall be analysed in order to ensure a reliable basis for this
determination. The concentration level, where only < 5 % false compliant results remain, equals the
detection capability of the method.

()
«r
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UNAUTHORISED OR PROHIBITED SUBSTANCES

ccp

Identification criteria in screening :

Melengestrol acetate in fat

2 specific transitions detected above S/B = 3 @ the relative retention time (RRT) + 1 %

@ Level 1 : LCL/STC = 0,1 x MMPR => 0.5 ng/g

20220701-029 Smooth(Mn,1x2) F8:MRM of 4 channels, ES+

21.2500 CC1 397.1>337.2
100 Ac.melengestrol;4.02;4743.97:63771 6.535e+004

%

3.40 370 382 417 429 443

0 ....|....|....|....,....,....|....|....|....|..i=|-|-|-|-|-|-|-n-|-|-|-|-|-ﬂ-|-|-n-|-min
20220701-029 Smooth(Mn,1x2) F8:MRM of 4 channels,ES+
21.2500 CC1 397.1 > 279.1
100 Ac.melengestrol;4.03;4407.70;51508 5.364e+004

ﬁc.meIengestrol;4.03;440?.?0;51 508

0,
o 452

3.68.3.71

1325334 345 414 448"
20220701-029 Smooth(Mn, 1x2) T F9:MRM of 2 channels,ES+
21.2500 CC1 400.1 > 337.2
100 Ac. Melengestrol-d3;3.99:42286.98;512506 5.133e+005

%

0 min

20220701-029 Smooth(Mn,1x2)
21.2500 CC1

F9:MRM of 2 channels, ES+
400.1 > 279.1

Ac. Melengestrol-d3;3.99;36535.99;435418 4.354e+005

R B B e e e e e s BAR A EREE R Eae s s el 0]}

Melengestrol Acetate

RRT < 1% for 21/21 spiked samples

S/B > 3 for both transitions

Melengestrol Acetate - d3

Melengestrol acetate
CCB=0,5ng/g

SARAF — 8th of December 2022
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UNAUTHORISED OR PROHIBITED SUBSTANCES VALIDATIO

CCa
Definition from the REG (EU) 2021/808

Determination de 1 I\/I*d 2 Method 3

2021/808 requirement: CCa as low as possible and below RPA/MMPR
CCB CCa RPA
| D

N - — Concentration
Method 2 Method 3 MMPR

CCa
(c) Method 3: CCa = LCL + k(one-sided, 99 %) x (combined) standard measurement uncertainty at LCL

CC(X=CC'3+2.33 X U.| with u. = combined measurement uncertainty at CCf3

()
«r
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UNAUTHORISED OR PROHIBITED SUBSTANCES VALIDATIO

2

[ . _ 2
uc Determination Uc = \/uPrecision T UTrueness

Precision
REG (EU) 2021/808 Requirements

Determination for melengestrol acetate
level 1 level2 level 3 level 4

Spike (ng/g) 05 = 25 5 7.5

«r
anses SARAF — 8th of December 2022 20



UNAUTHORISED OR PROHIBITED SUBSTANCES VALIDATIO

2

[ . _ 2
uc Determination Uc = \/uPrecision T UTrueness

Trueness
REG (EU) 2021/808 Requirements

Determination for melengestrol acetate

level1 level2 level3 level4
Spike (ng/qg) 0.5 2.5 5 7.5

ar 21
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UNAUTHORISED OR PROHIBITED SUBSTANCES VALIDATIO

U, Determination u. = \/uPrecisionz + uTruenessz

At CC[3 = Level 1

Melengestrol acetate : u.=16 %

CCa

Determination

CC(l=CC[3+2.33 X U. withu,. = combined measurement uncertainty at CCf3

Melengestrol acetate
CCo =0,7 ng/g

ccp CCa MMPR

] >

— Concentration

0.5.ng/g 0.7 ng/g 5ng/g

anses SARAF — 8th of December 2022 22




UNAUTHORISED OR PROHIBITED SUBSTANCES VALIDATI

Identification criteria in confirmation

2021/808 Requirements

2 specific transitions detected above S/B = 3
Transition ratio < 40 % of deviation to the reference
@ the relative retention time (RRT) + 1 %

Melengestrol Acetate: 84 spiked samples on the range [0.5 — 7.5] ng/g

S/B > 3 for 84/84 spiked samples on both transitions

RRT < 1% for 84/84 spiked samples

Signal ratios below 40 % of deviation for 84/84 spiked samples

«r
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UNAUTHORISED OR PROHIBITED SUBSTANCES VALIDATIO

Stability

From EURL Data when available

Storage temp -80 °C <-20°C 7 days RT

Time in freezer (days) 0 70 70
Calculated amounts (pg/kg) 4.5 4.5 4.5
4.7 4.5 4.6

4.6 4.7 4.5

4.4 4.6 4.5

4.6 4.6 4.6

4.5 4.6 4,7

Average amount (pg/kg) 4.5 4.6 4.6
n 6 6 6

st. dev (pg/kg) 0.10 0.07 0.07

Difference -0.02 -0.03

0.30 0.30 0.30
Consequential difference? Diff < 0.3 o NO NO
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UNAUTHORISED OR PROHIBITED SUBSTANCES VALIDATIO

Performance criteria to be validated :

L ) Confirmation
Criteria Screening —— ——
Quantitative Qualitative
e ARRT <1% ARRT <1%
Identification . . . . .
2 signals with S/B > 3 2 signals with S/B > 3 and Aratio <40 %
ccp method 2 < MMPR
CCa method 3 < MMPR
Trueness 2021/808 criteria from bias at the CCJ level
Precision 2021/808 criteria from CV at the CCJ level
Matrix effect RSD < 20 % or <RSDPRECISION
Recovery For information
Stability According to the EURL information
Specificity Assessment on at least 20 different blank samples
Robustness To be determine during the development step

«r
anses SARAF — 8th of December 2022



UNAUTHORISED OR PROHIBITED SUBSTANCES ON-GOING PER

Official
Method

On-going
performances

QC Blank QC CCp QC MMPR
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UNAUTHORISED OR PROHIBITED SUBSTANCES ON-GOING PER

QCBlank | QCCCB | QCMMPR

Matrices representative of
the scope of the method

Batch acceptation

MLGA:Level 0 ng/g MLGA:Level 0.5 ng/g MLGA:Level 5 ng/g

- ISTD detection - ISTD detection - ISTD detection
- No interference ' - Analyte detection | - Analyte identification

- Control chart monitoring

«r
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UNAUTHORISED OR PROHIBITED SUBSTANCES CONCLUSI(

FR—

Developed 15 official methods
Method

2 147 samples/method for forbidden substances

Total : 2200 samples

\Z,gﬂé?igﬁ — + Administrative work validation reports
method revision and edition
operator’s training
Official L
Method Within the 3 next years
— To be ready in 2026
On-going

performances L et J S

G [l QC CcCp QC MMPR S ta rt
~ ASAP

«r
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THANK YOU
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AUTHORISED SUBSTANCES

INITIAL VALIDATION OF AN
« AUTHORISED SUBSTANCES »
METHOD:

Method for the detection and confirmatory
quantification of florfenicol residues in muscle and
flesh matrices using LC-MS/MS

Y
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AUTHORISED SUBSTANCES

On-going
performances

2021/808
Validation

)
«r
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AUTHORISED SUBSTANCES VALIDATIO

Example on total florfenicol residues in meat

Meat sample

Analytical methodology

Internal standard
addition

Hydrolysis
&
onversion into FFA

LLE

SPE in
pass-through mode

(Saito-Shida et al. 2019)

LC-MS/MS analysis
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AUTHORISED SUBSTANCES VALIDATIO

Example on total florfenicol residues in meat
Analytical methodology

» Group B.1.a according to
Regulation (EU) 2022/1644

» Authorised substance (antibiotic)
present in Table 1 of Reg (EU) No
37/2010

» 4 different MRLs are set in muscle
(Mg/KQ):

1 Poultry and all other food producing species (OFPS)
2 : Bovine. Ovine and Caprine species

«r
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AUTHORISED SUBSTANCES VALIDATION: EXPERIMENTAL DES

Levels Level of interest Level 1: LCL Level 2 Level 3
Authorised MRL [0.1-0.5] x MRL MRL 1.5 x MRL
substances
Choice of LCL :

* Equalto 0.1 x MRLs

 Where validation of the concentration of 0.1 times the level of interest is not reasonably
possible, this value may be replaced by the lowest concentration between 0.1 and 0.5 time
the level of interest (see § 2.2.1.2, 2.2.1.3 and 2.2.1.4 of the Annex to the Regulation).
Florfenicol:

Matrices MRLs Level 1: LCL Level 2 Level 3 Level 4 Level 5

Zzt;lgrv 100 pg/ke 10ug/kg  20pg/kg  50ug/kg 100 pg/kg 150 pg/kg

Bovine,

Ovine, 200 pg/kg 20 ug/kg 40 pg/kg 100 pg/kg 200 ug/kg 300 ug/kg
Caprine

Porcine 300 pg/kg 30 ug/kg 60 pg/kg 150 pg/kg 300 pg/ke 450 pg/kg
Fish 1000 ug/kg 100 pg/kg - 500 pg/kg 1000 pg/kg 1500 pg/kg

()
«r
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AUTHORISED SUBSTANCES VALIDATION: EXPERIMENTA

Day 1: Specificity

Evaluation requirements: n220 per meat categories

Day 2: Matrix effects

Evaluation requirements: n220 for the scope of the method

Days 3 to 5: Validation

Calibration curve Calibration curve Calibration curve
(n=5) (n=5) (n=5)
Validation standards Validation standards Validation standards
Level 1 (n=6) Level 1 (n=6) Level 1 (n=6)
Level 2 (n=6)* Level 2 (n=6)* Level 2 (n=6)*
Level 3 (n=6) Level 3 (n=6) Level 3 (n=6)
Level 4 (n=6) Level 4 (n=6) Level 4 (n=6)
Level 5 (n=6) Level 5 (n=6) Level 5 (n=6)

* Not studied for aquaculture products

()
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AUTHORISED SUBSTANCES

VALIDATION: SPECIFICI

Day 1: Specificity

Evaluated on 84 different batches of matrices (n220 per meat categories)
21 poultry + OFPS ; 23 bovine + ovine + caprine ; 21 porcine ; 21 fish

 Absence of interference in matrix blanks
at Tr of interest (on all batches)

e 1 positive sample (bovine) was found
at Conc. < 0.1 MRL level

=> sample not included in validation
design

Poultry sample (MRL =100 ug/kg) 2>
* No interferences in blank samples

* No Veterinary Drug Residues from
Florfenicol

ar

Blank sample
FFA (1)

No
interferences

!

Blank sample
FFA (2)

No
interferences

|

Blank sample
FFA-D4

interferences

|

anses SARAF — 8th of December 2022

Spiked sample
FRA) at 0.1 MRL

Spiked sample
FFA (2) - at 0.1 MRL

Spiked sample

FFA-D4 at 1 MRL

36



AUTHORISED SUBSTANCES VALIDATION: ME

Day 2: Matrix effects

Evaluated on 30 differents batches of matrices representative of the scope of the method
including at least 5 per meat category (n220 for the scope of the method)

Matrix Effets (ME) : 120,00 120,00

n=5 Poultry : 3 chicken + 2 turkey
per categories  Bovine, Ovine, Caprine : (2+2+1)
Porcine : 5 pork
Oily fish : 3 salmon + 2 trout 80,00
Skinny fish : 2 bass + 3 see bream
Shellfish : 5 shrimp

100,00 100,00

80,00

60,00

60,00
B ME % (without IS) 40,00
40,00
B ME % (with IS)
20,00
20,00
0,00
Poultry Bovine Porcine Dily Skinny Shelifish
Ovine fish fish 0,00
Caprine Muscle from animals Flesh from fish Muscle & Flesh
CV <20% Possibility to validate different

No matrix effects within or between matrices simultaneously within the
species is observed when IS is used same category or between

categories.

)
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AUTHORISED SUBSTANCES VALIDATION: EXPERIMENTAL DE

Days 3 to 5: Validation (x4 meat cateqories)

Animal species
Number of
Bovine. Ovine. .
Poultry & OFPS ) Porcine Fish replicates
Caprine

CS0 : 0.0 MRL 0 0 0 0 1 (injected twice)

CS1:0.1 MRL 10 20 30 100 1 (injected twice)

CS2 : 0.2 MRL 20 40 60 - 1 (injected twice) ] ]

— Calibration curve

CS3:0.5 MRL 50 100 150 500 1 (injected twice)

CS4 : 1.0 MRL 100 200 300 1000 1 (injected twice)

CS5 : 1.5 MRL 150 300 450 1500 1 (injected twice)

—
VS1:0.1 MRL 10 20 30 100 7
VS2 : 0.2 MRL 20 40 60 - 7 Precision
Trueness
VS3:0.5 MRL 50 100 150 500 7 .
Uncertainty

VS4 : 1.0 MRL 100 200 300 1000 7 CCa & CCB

VS5 : 1.5 MRL 150 300 450 1500 7
CS : Calibration Standards
VS : Validation Standards
Days 1 to 3 — Poultry & OFPS CS — composed of 7 # matrices each days (pool)
Days 4 to 6 — Bovine, Ovine, Caprine VS — # from those used in CS composition
Days 7 to 9 — Porcine 21 i ¢ cat 4
Days 10 to 12 — Fish » matrices per meat category X

)
ar
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AUTHORISED SUBSTANCES VALIDATION: STRATEGIC DECISIONS

CCB: Definition from the REG (EU) 2021/808

Determination acording to Method 2 (2.7.2.b):

2021/808 requirement: CCB must be below the MRL
cCp MRL
| D

— — Concentration
Method 2

«r
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AUTHORISED SUBSTANCES VALIDATION: STRATEGIC DECISIO

L_Pool J1_SEI-1-Florfénicol amine 1({Standard) 248.2 /23010 - DAAnalyst Data\Projects119Q0_Phenicollla._
Area- 1.583e4. Height- 1.8%6e3. RT-4.35 min ]

CCpB for FFA in Poultry & OFPS

e 43 Spiked sample
1800 1 FFA (1) at Level 1
1400 | N (0.1 MRL)

Poultry sample
MRL =100 pg/kg

Intensity

B = 5% — 1/21 false neg. tolerated

FFA - 1st MRM

] * S/N2>3for21/21 spiked samples
) ) at 0.1 MRL for both transitions

36 38 40 42 44 45 43 50 52 54
VOL_Pool_J1_SET-1- Florfénicol amine 2 (Standard) 248 2 / 130 T - D-AAnalyst Dat:\Projects 119G _PhenicollDa._

Area:3.21Te3. Height- 4077e2. RT: 4.36 min

400 P 2o  RRT < %1% for 21/21 spiked
0] samples for each levels
- feA @) (0.1 to 1.5 MRL)

* Relative ion ratio < #40 % for
20/21 spiked samples at this level

Inte

FFA — 2nd MRM

CCB = Level 1 =10 pg/kg

anses SARAF — 8th of December 2022 40



AUTHORISED SUBSTANCES VALIDATION: STRATEGIC DECISIONS

CCa: Definition from the REG (EU) 2021/808

Determination acording to Method 2 (2.6.2.a.ii):

2021/808 requirement: CCa must be as close as possible to MRL and above MRL
CCB MRL CCa
| )

— — Concentration
Method 2 Method 2

CCa=MRL+1.64 * u,

\ with u, : combined measurement uncertainty at MRL level
ar
anses SARAF — 8t of December 2022 41




AUTHORISED SUBSTANCES

VALIDATION: STRATEGIC DECISION

CCltppg = MRL+1,64 *u,_

2 2
Ucrax = \/ (CVRmax) + (ubmax)

U, ,,- Maximum uncertainty at the MRL level (ug/kg)
CVRmax: maximum allowed intermediate fidelity CV at MRL level

Up,,.,,- Maximum bias uncertainty allowed at the MRL level

B maximum allowed bias at the MRL level

bmax _ \/_
3
— Reproducibility Trueness
(ng/Ke) CVRpar (%) Bias max (%) up, . (%) Ucpnay (%)
(Reg 2021/808 chap. 1.2.2.2) (Reg 2021/808 chap. 1.2.2.1)
10<MRL< 120 25%* 20 12 28
120 < MRL < 1000 22 20 12 25
MRL = 1000 16 20 12 20

Exemple : at MRL = 100 pg/kg
= 28% = 28 ug/kg

Uc max

CCa,,,, =100+ 1.64 =28 = 145.92 pug/kg

* according to the rectangular distribution law defined in ISO 11352: 2012
**The CV (%) presented is a guideline and should be as low as reasonably possible (1.2.2.2. of Reg 2021/808)
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AUTHORISED SUBSTANCES VALIDATION: STRATEGIC DECISIONS

Concentration Reproducibility Trueness
i levels Uc
i e n Cv, CVp max Cv, up up max up (ug/Kg)
(ne/Kg) (%) (%) (ng/ks) (%) (%) (ng/Kg)
10 21 25* 2.79 6.10 12 0.61 2.86
15.7 * . 42 . .
Poultry & OFPS 20 21 5 25 3.14 3 12 0.68 3.21
MRL = 100 pg/k 50 21 2.84 25% 1.42 0.93 12 0.47 1.50
= YU HIKG 100 21 243 25% 2.43 0.53 12 0.53 2.49
150 21 3.78 22 5.67 1.23 12 1.84 5.96

* The CV (%) presented is a guideline and should be as low as reasonably possible (1.2.2.2. of Reg 2021/808)

CCa = MRL + 1,64 * u,
CCa=100+1,64 *2.49
CCa =104.08 ng/kg < CCa max = 145.92 ug/kg

CCB MRL CCa CCo max

b

— Concentration

10 100 104.08  145.92
ug/kg ug/kg pg/kg ug/kg
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AUTHORISED SUBSTANCES VALIDATI

Performance criteria to be validated :

o . Screening Confirmation
Criteria — — —
Qualitative Quantitative Quantitative
1)
Identificati ARRT < 1% 2si AFRT'::f/N 3
>
entification 2 signals with S/N > 3 signa S.WI
Aratio < 40%
method 2
ccp
CCb < MRL
method 2
CCa close to MRL &
below CCa max
Trueness 2021/808 criteria 2021/808 criteria
Precision 2021/808 criteria 2021/808 criteria
Matrix effect RSD < 20% or < RSDpgrecision
Recovery For information
Stability According to the EURL information
Specificity Assessement on at least 20 different blank samples
Robustness To be determine during the development step
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AUTHORISED SUBSTANCES ON-GOING PER

«r
anses

Official
Method
On-going
performances
Control Monitoring
Plans Plans
Screening Confirmation Screening Confirmation
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AUTHORISED SUBSTANCES

ON-GOING

QC for Control Plans:

Screening Confirmation Batch acceptation

Absence of the compound

QC 1 Matrix blank Matrix blank ISTD detection

No interference
ISTD & Analyte detection

C 2 5 MRL
2 0-5 / Qualitative with screening identification criteria

Qc 3 / 1 MRL ISTD & Analyte detection

Projection on control chart

QC for Monitoring Plans:

Screening Confirmation Batch acceptation

Absence of the compound

QC 1 Matrix blank Matrix blank ISTD detection

No interference
ISTD & Analyte detection

C2
Q cCP cCP Qualitative with screening identification criteria

Qc 3 / 1 MRL ISTD & Analyte detection

Projection on control chart

W
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AUTHORISED SUBSTANCES

Total samples

« Studied on 84 different batches 84
Specificity
+
e - Studied on 30 different batches 30
Effects
+
« Cal. Standards: 6 levels
validation © Val. Standards: 5 levels x 7 replicates 41 x 3 x 4 =492

606

+/- consequent

validation

Method validation: Reg (EU) 2021/808 _ _
Regulatory limits: Reg (EU) 37/2010 ; 2017/880 & 2018/470} The validated method takes into account

Official control: Reg (EU) 2017/625 ; 2022/1644 & 1646 MRLs, cascade MRLs,
Control & Monitoring Plans
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THANK YOU
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