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Upon the publication of a new multi-analyte ring-trial validated method EN 17299 [1] for the
analysis of coccidiostats the EURL, considered appropriate to include this standard method
within the recommended methods of analysis for official control for the above-mentioned feed
additive dossiers.

This addendum aims to provide an up-to-date EURL recommendations, including all the
available analytical methods complying with the highest requirements as stated in Annex II of
Regulation (EC) No 429/2008 [2] which will allow Member States official control laboratory
full flexibility regarding the selection of method of analysis (single-analyte or multi-analyte
method).

The recommendations included in this addendum apply for the feed additives containing
decoquinate as active substance that have been already evaluated by the EURL and/or are
currently authorised by the related Regulations [3].

The EURL has developed and fully validated a multi-analyte method based on high
performance liquid chromatography coupled with tandem mass spectrometry (LC-MS/MS)

for the determination of the various coccidiostats, including decoquinate, in compound feeds.

According to the method the coccidiostats are extracted with a mixture of
acetonitrile:methanol:water. The obtained extracts are centrifuged and supernatants are
filtered. The analysis of samples is conducted by reversed-phase LC-MS/MS. The
quantification of the detected target analytes is performed using a multi-level standard
addition approach [1].

This method has been ring-trial validated for decoquinate in different feed matrices at additive
and at cross-contamination levels and published as CEN standard (EN 17299) [1].



Based on the obtained performance characteristics and the scope of the method in terms of
matrices, the EURL considers the multi-analyte ring-trial validated EN 17299 method based
on high performance liquid chromatography coupled with tandem mass spectrometry (LC-

MS/MS) fit for purpose for the determination of decoquinate in compound feeds.

Recommended text for the registry entry (analytical methods) (replacing the previous
recommendations)

For the determination of decoquinate in feed additive and premixtures:

— High Performance Liquid Chromatography coupled with fluorescence detection
(HPLC-FL) — EN 16162

For the determination of decoquinate in compound feed:

— High performance liquid chromatography coupled with fluorescence detection
(HPLC-FL) — EN 16162 or

— High performance liquid chromatography coupled with tandem mass spectrometry
(LC-MS/MS) — EN 17299

For the determination of decoquinate in tissues:

— High performance liquid chromatography coupled with tandem mass spectrometry
(LC-MS/MS)
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EXECUTIVE SUMMARY

DeccoX is afeed additivecurrently authorized for chickens for fattening Bpmmission
Regulation (EC) No 1289/200delonging to the group "Coccidiostats and other ioneal
substances” listed in Chapter | of Annex B of Dinex 70/524/EEC recently amended by
Commission Implementing Regulation (EU) No 291/2014 the current application a
modification of the existingpeccoX authorisation is requested, under article 13@)ppsing

a new DeccoX60G formulation with the same concentration afecoquinate (active
substance) on a different carrier/excipidbeccoX60G is a white to greyish micro-granular
formulation to be incorporated feedingstuffghroughpremixtures The Applicant suggested
a concentration alecoquinaten feedingstuffsanging from 20 to 40 mg/kg.

For the quantification oflecoquinatan the feed additivepremixturesand feedingstuffsthe
Applicant submitted the ring-trial validated CENastlard method (EN 16162) based on
Reversed Phase High Performance Liquid Chromatbgrepupled to fluorescence detection
(RP-HPLC-FL). Based on the experimental evidenawiged, the EURL recommends for
official control this CEN standard method for theaqtification ofdecoquinaten the feed
additive,premixturesandfeedingstuffs

For the quantification oflecoquinate residueis tissues the Applicant submitted a single
laboratory validated and further verified methodséd on Reversed Phase High Performance
Liqguid Chromatography coupled to a triple quadrepolass spectrometer in electrospray
ionisation mode (RP-HPLC-MS/MS) using matrix matthsetandards. The following
performance characteristics were reported: prewsi@repeatability and/or intermediate
precision) ranging from 0.9 to 7.2% and a recovatg ranging from 95 to 110%. Based on
the performance characteristics presented, the EtRRbmmends for official control the
RP-HPLC-MS/MS method proposed by the Applicant oy ather analytical method
complying with the requirements set by CommissiatiBion 2002/657/EC to enforce the
decoquinateMRLs in the relevantiissues

Further testing or validation of the methods to geformed through the consortium of
National Reference Laboratories as specified byckertl0 (Commission Regulation (EC) No
378/2005) is not considered necessary.

KEYWORDS

DecoquinatePeccoX60G, coccidiostatchickens for fattening
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1. BACKGROUND

DeccoX is afeed additivecurrently authorized for chickens for fattening Bpmmission
Regulation (EC) No 1289/200delonging to the group "Coccidiostats and other ioneal
substances” listed in Chapter | of Annex B of Direx 70/524/EEC [1] recently amended by
Commission Implementation Regulation (EU) No 2914202]. In the current application a
modification of the existingpeccoX authorisation is requested, under article 13@)ppsing

a new DeccoX 60G formulation, with the same concentration @&coquinate(active
substance) on a different carrier/excipient [3].

DeccoX60G consists of 60 g/kglecoquinate 0.6 g/kg colloidal silica, 4.0 g/kg silicon
dioxide and 30.0 g/kg carboximethylcellulose sodiamcalcium sulphate dihydrate carrier
[4][5]. The DeccoX60G active substance idecoquinate a quinoline coccidiostat, with a
minimum purity of 98% [6].

DeccoX60G is a white to greyish micro-granular formulation t® incorporated in
feedingstuffs through premixtures [7]. The Applicant suggested a concentration of
decoquinaten feedingstuffsanging from 20-40 mg/kg [4].

The Applicant proposed the following MRLs falecoquinatein tissuesof chicken for
fattening:500 ug/kg in muscle, 80Qg/kg in kidney and 100Qg/kg in skin/fat or in liver [4]
(as already established by Commission Implemeniegulation (EU) No 291/2014 [2]).
Since no MRLs were set by Commission Regulation)(B0 37/2010 [8] the EURL
evaluated the corresponding methods of analysis.

Note: The EURL already evaluated methods of amalimi decoquinatein the FAD-2013-
0009 and FAD-2013-0034 reports [9].

2. TERMS OF REFERENCE

In accordance with Article 5 of Regulation (EC) BIi68/2005, as last amended by Regulation
(EC) No 885/2009, on detailed rules for the implatagon of Regulation (EC) No
1831/2003 of the European Parliament and of then€ibas regards the duties and the tasks
of the European Union Reference Laboratory conogriaipplications for authorisations of
feed additives, the EURL is requested to submitllzelvaluation report to the European Food
Safety Authority for each application or group pplacations. For this particular dossier, the
methods of analysis submitted in connection BigtcoX60G and their suitability to be used
for official controls in the frame of the authottisa were evaluated.
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3. EVALUATION

I dentification /Characterisation of the feed additive

Qualitative and quantitative composition of impig#tin the additive

When required by EU legislation, analytical methdds official control of undesirable
substances in the additive (e.g. arsenic, cadmlieand, mercury, aflatoxin B1 and dioxins) are
available from the respective European Union Refezd aboratories [10].

Description of the analytical methods for the determination of the active substance in feed
additive, premixtures and feedingstuffs

For the determination afecoquinatan thefeed additive premixturesand feedingstuffsthe
Applicant submitted the ring-trial validated CENamstlard method (EN 16162) based on
Reversed Phase High Performance Liquid Chromatbgrepupled to fluorescence detection
(RP-HPLC-FL) [11].This method is developed for the quantificatiordetoquinatan feed
additives premixturesand semi-liquid complete and complementognpound feeds

The Applicant submitted a verification study forethuantification ofdecoquinatein feed
additive premixturesandfeedingstuffEontaining the originaDeccoX (subject to a previous
authorisation) [12]. Additionally, the Applicant quided experimental data proving the
applicability of the submitted methods to analpsecoX60G[13].

Decoquinatas extracted from samples with a 1% calcium cliesolution in methanol using
mechanical shaking/stirring for 60 min. After céfotgation/filtration, an aliquot is diluted
with the extraction solvent and analysed by RP-HFALJ11].

The various performance characteristics reportedpagsented in Table 1. Furthermore, the
EN16162 standard reported a limit of quantificatib@Q) between 0.3 and 1 mg/kg.

Based on the performance characteristics presetited EURL recommends for official
control the EN 16162 method based on RP-HPLQdflthe quantification oflecoquinaten
thefeed additive, premixturemnd feedingstuffs

Table 1. Performance characteristics of analytical method the determination of
decoquinaten thefeed additivgFA), premixtureg PM) andfeedingstuff¢FS).

Matrices RSD, (%) RSDy, (%) RSDR (%) Reec (%)
EN16126 EN16126 EN16126
[12] [13] [11] [12] [13] [11] [12] [13] [11]
FA 1.90-3.21 1.09-1.21 2 2.94 2.42 6 91.8 99.9 96.5*
PM 3.05* - 5.50 2 5.43%* 5 93.4 103*
FS 1.51-2.54 2.63 2.56 5.86 90 89.4*

RSD,, RSDj,, RSDg: relative standard deviation for repeatability, intermediate precision and reproducibility, respectively
Rgec: recovery rate (%);
* Calculated by EURL
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Methods of analysis for the determination of the residues of the additive in food.

For the quantification aflecoquinaten poultrytissuegmuscle, kidney, skin/fat and liver) the
Applicant submitted, in the frame of previous dessi(FAD-2013-0009 and FAD-2013-
0034) [9], a single laboratory validated and furtherified method based on Reversed Phase
High Performance Liquid Chromatography coupled tame quadrupole mass spectrometer
in electrospray ionisation mode using matrix madcsiandards (RP-HPLC-MS/MS).

Acetonitrile:water (80:20) is added to the homogedi tissue sample, mixed with an
Ultra-Turrax or equivalent device and centrifugétle decanted supernatant is transferred in
a clean tube, while the remaining sample is ex@¢dhet second time. The supernatant is then
combined with the first extract, further dilutedtkvacetonitrile:water (80:20) and centrifuged.
An aliquot of the extract undergoes a clean-up gulace using a solid phase extraction (SPE).
The clean extract is then diluted with acetonitated quantified by RP-HPLC-MS/MS using
as internal standard a commercially available isiotdly labelled decoquinate-d5 to correct
for recovery losses and matrix interferences. Faentification points were set for
decoquinateusing one parent and two daughter ions. Quartiibicas based on the transition
m/z 418 > 372 while confirmation is based on tlaasition m/z 418 > 204.

The validation and the verification studies wereqrened at twadecoquinateconcentrations
and satisfactory performance characteristics weported (Table 2) [9]. Furthermore the
Applicant reported an LOQ of 1ag/kg for all tissues Even though the Applicant did not
provide data at MRL levels, the EURL considersghlemitted HPLC-MS/MS method - using
the isotopically-labelled internal standard - doigafor official control to enforcdecoquinate
MRLs in the targetissues Alternatively, official control laboratories magontact EURL
Berlin (BVL) to use their multi-analytical LC-MS/M$echnique for the determination of
several coccidiostats in some of the target tissues

Table 2. Performance characteristics of analytical methadHe determination of théecoquinate
residuesn chickentissuesusing internal standard calibration, determinethanframe of
the validation (Val) and verification (Ver) studigs.

. Concentration RSDr (%) RSDip (%) Rgec (%)
Tissue
ug /kg Val Ver Val Ver Val Ver
L 200 1.1-2.5 1.3-5.7 2.3 4.2 110 106
iver
1600 0.9-1.0 3.9-6.4 1.0 5.3 107 97.2
200 1.8-1.9 1.2-1.4 2.3 1.6 107 108
Kidney
1600 1.8-2.5 3.4-4.8 2.7 4.0 103 100
100 2.1-4.0 7.1-7.2 3.4 6.9 95.5 97.2
Muscle
800 2.1-3.4 3.3-5.0 3.1 4.4 101 98.1
200 0.9-2.1 2.1-2.5 1.6 2.2 107 107
Skin/Fat
800 1.4-2.1 2.1-5.2 1.8 3.9 99.9 102

RSD,; RSDj,: relative standard deviation for repeatability and intermediate precision, respectively;
Rrec: recovery rate (%);
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Further testing or validation of the methods to gmformed through the consortium of
National Reference Laboratories as specified biclarttO (Commission Regulation (EC)
No 378/2005) is not considered necessary.

4. CONCLUSIONS AND RECOMMENDATIONS

In the frame of this authorisation, the EURL recoamas for official control the ring-trial
validated EN 16162 based on RP-HPLC-FL methodHerduantification oflecoquinaten
thefeed additive, premixturemdfeedingstuff@and the single-laboratory validated and further
verified RP-HPLC-MS/MS method or any other anabftienethod complying with the
requirements set by Commission Decision 2002/657##@he quantification oflecoquinate

In tissues

Recommended text for the register entry (analytical method)
For the quantification aoflecoquinaten feed additive, premixturemndfeedingstuffs

- Reversed-Phase High Performance Liquid Chromatbgrapth fluorescence
detection (RP-HPLC-FL) — EN 16162

For the quantification aolecoquinaten tissues

— Reversed-Phase High Performance Liquid Chromatbgrapupled to a triple
quadrupole mass spectrometer (RP-HPLC-MS/MS) or atiner analytical
method complying with the requirements set by Cossion Decision
2002/657/EC

5. DOCUMENTATION AND SAMPLES PROVIDED TO EURL

In accordance with the requirements of Regulate@)(No 1831/2003, reference samples of
DeccoX60G have been sent to the European Union Referencerasmiy for Feed Additives.
The dossier has been made available to the EUREHSA.
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Refers to Dossier no: FAD-2014-0014

7. RAPPORTEUR LABORATORY & NATIONAL REFERENCE LABOR ATORIES

The Rapporteur Laboratory for this evaluation wasogean Union Reference Laboratory for
Feed Additives, IRMM, Geel, Belgium. This reportiisaccordance with the opinion of the
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Regulation (EC) No 378/2005, as last amended byiRagn (EC) No 885/2009.
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