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ERRATUM

REPORT 2002.012

CANFAS - Collaborative study for the determination of nicarbazin in feedingstuffs and
premixtures by HPLC

Section 3.1.2 Sample homogeneily
For all feeds and the premixture the ‘CV (between samples)’ of the homogeneity test was

calculated erroneously. The correct CV (between samples) has to be calculated by multiplying with
the result of square root of 2. Table 3 must be as follows:

Table 3: Results of homogeneity tests for nicarbazin in broiler feeds and premixture

Results| Declared Measured | Homogeneity results
content content Y
Between sample | Within sample CV {%)
Product (mg/kg) (mg/kg) CV (%) P P
Broiler feed | 20 22,4 9,7 8,3
Broiler feed |l 45 47,4 7,5 34
Broiler feed Ii 110 122 7,0 4,9
Broiler feed | 240 264 3,3 4,3
Premixture 1,10% 1,15% 6,1 4,8

For the 45, 110 and 240 ppm of nicarbazin containing feed and for the premixture the correction
of CV's (between samples) does not influence the conclusion drawn about the homogeneity.

For the 20 ppm of nicarbazin containing feed the corrected CV (between samples) (9.7%) is higher
than the maximum limit of 8%. The resuits of the collaborative study (Horrat-ratio of 1.22; see
table 5) show that the sample was suitable. The rsdvalue of 10.2% (see table 7) can be explained

by the high value for CV (between samples).



SUMMARY

This report describes the results of a collaborative study of an HPLC method for the coccidiostat
nicarbazin in five broiler feeds and one premixture. The collaborative study forms part of the EU-
project “Development and Validation of HPLC-methods for the official contral of Coccidiostats and
Antibiotics used as Feed Additives (CANFAS-SMT4-CT98-2216).

The principle of the method is as follows: samples are extracted by heating in a waterbath,
mechanical shaking and sonoration using an acetonitrile/methanol mixture. For feedingstuffs, also
water is added. The mixture is transferred in a volumetric flask. After settlement of the solids, an
aliquot is filtered and assayed using a reverse-phase isocratic method, which measures the

4 A'dinitrocarbanilide (DNC) moiety at a wavelength of 350 nm.

The samples that were prepared for the coliaborative study were 4 broiler feeds with declared
nicarbazin contents of 20, 45, 110 and 240 mg/kg, 1 blank pig feed and 1 premixture with
declared content of 1,1 % nicarbazin. The feed samples were sent to the participants as blind
duplicates, the premixture as a single sampie. The participants were asked to do a single
determination per sample for the feed samples and to analyse the premixture in duplicate.
Results were reported by 19 laboratories. Statistical evaluation was performed according to ISO
5725,

The results of the collaborative study were evaluated in a meeting attended by the participants.
The panel has accepted the results of the statistical evaluation, as described in par. 5.1, Table 7.
Consequently it can be concluded that for feedingstuffs the repeatability and reproducibility of the
method is acceptable. The results obtained for the recovery and for the blind blank samples are
also satisfactory. The overall conclusion is that for feedingstuffs the performance of the method is
satisfactory.

For the premixture the rsd; (11,7 %) of the method is too high. Accaording to the panel, a vaiue of
approx. 7 % should be attainable. It was decided that a new small-scale collaborative study will be
organised {ca. 10 laborataries) with a modified method.



1  INTRODUCTION

Within the framework of the EU-project “Development and Validation of HPL.C-methods for the
official control of Coccidiostats and Antibiotics used as Feed Additives (CANFAS-SMT4-CT98-
2216), a method was developed for nicarbazin. Nicarbazin is a coccidiostat which is registered
for broiler feeds with contents ranging between 40 - 50 mg/kg or 100 - 125 mg/kg.

The method was developed and validated by RIKILT, Wageningen, The Netherlands {(see report
H.J. Keukens, Development of Liquid Chromatographic Methods for the Determination of
Nicarbazin in concentrates, premixtures and broiler feed, 01-11-1999). Subsequently, the method
for feeds and premixtures was subjected to betweenrlab validation by the Universitat Hamburg,
Institut fiir Angewandte Botanik, Germany (see report H.-A. Putzka, 17-01-2000) and Istituto
Superiore di Sanita, Roma, Italy (see report G. Brambilla, 26-01-2000) with satisfactory results
{see Second Annual Report CANFAS, J. de Jong, 12-08-2000).

Prior to the collaborative study, a kick-off meeting was organised (Brussels, 13-14,/6/2000) and
participating faboratories were given the opportunity to familiarise themselves with the method,
using feed samples with stated contents of nicarbazin. Also prior to the production of the
materials for the collaborative study, separate batches of the materials were produced for
stability testing, indicating that nicarbazin is stable at room temperatire for 4 months.

The samples which were prepared for the collaborative study were 4 broiler feeds with declared
nicarbazin cantents of 20, 45, 110 and 240 mg/kg, 1 blank feed and 1 premixture with deciared
content of 1,1 % nicarbazin. The feeds with 20 and 240 mg nicarbazin per kg have been included
in order to assure that the method is applicable for contents 2 times lower than the lowest
permitted content resp. 2 times higher than the highest permitted content.

The feed samples were sent to the participants as blind duplicates, the premixture as a single
sample. The participants were asked to do a single determination per sample for the feed
samples and to analyse the premixture in duplicate. Before these samples were shipped, the
between-sample homogeneity was checked with satisfactory results (see par. 3.1.2).

Together with the samples, a letter with instructions, reporting forms, etc. was sent to the
participants (see Appendix 1).

This report describes the results of the collaborative study.



2  PARTICIPANTS
The following laboratories/persons participated in the collaborative study.

- CCL-Nutricontral, Veghel, The Netherfands; R. Margry, J.G.P. van der Palen.

- |EEB, Bordeaux, France; J.P. Antalick, T. Gron.

- INETI/DTIA, Lisbon, Portugal; I. Felgueiras, C. Saldanha.

- Istituto Superiore di Sanita, Lab. Med. Veterinaria, Roma, ltaly; G. Brambilla, C. Cartoni, M.
Fiari.

- Istituto Zooprofitattico Sperimentale della Lombardia e dellémilia Ronagna, Reparto Chimico,
Brescia, ltaly, E. Faggionato, A. Baiguera,

- Istituto Zooprofilatiica Sperimentale della Sardegna, Sassari, ltaly; C. Testa, N. Rubattu, A.
Serra, E. Azara.

- Istituto Zooprofilattico Sperimentale delle Venezie, Legnaro, laly; G. Biancotto, B. Allegretta,
D. Berto, V. Capuzzo.

- lstituto Zooprofillatico Sperimentale delle regioni Lazio e Toscana, Roma, ltaly; A. Ubaldi, A. di
Lulio.

- Laboratorio Nacional de Sanidad y Produccion Animal - M.A.P.A., Santa Fe, Spain; R. Checa-
Moreno, A. Ariza-Avidad.

- Laboratory of the Government Chemist, Teddington, United Kingdom; G. Merson, J. Cowles, K.
Needham.

- LN, Lisbon, Portugal; J.M. Nunes da Costa, M.B. Casqueira.

- LUFA- Augustenberg, Karisruhe, Germany; K. Michels, S. Witzemann.

- LUFAITL Kiel, Kiel, Germany; F.H. Johannsen, Kollwitz,

- Masterlab, Putten, The Netherlands; K. van Schalm, A. Schaaf.

- Pre-Mervo Kwaliteitsdienst, Urecht, The Netherlands; C. Schreuder.

- Rijksontledingsiaboratorium, Tervuren, Belgium; K. Haustraete, A, Fontaine, M. Bral, R, van
San.

- RIKILT, Wageningen, The Netherlands; H.J). van der Kamp, E.A. Jansen.

- Universitdt Hamburg, Institut fir Angewandte Botanik, Hamburg, Germany; H. Putzka, D. B&hm.

- Universitat Hohenheim, Landesanstalt fiir Landwirtschaftliche Chemie, Stuttgart, Germany; B.
Eckstein, K. Schwadart, E. Koenzen.



3  MATERIALS
3.1 Samples for collaborative study
3.1.1 Sample composition

Specifications of the samples, which were produced for the collaborative study, are given in
Table 1.

Table 1: Specifications of the samples

Type of feed / Declared | Units Subcontractor Date of

premixture content production

Broiter feed |, 6 % fat 20 mg/kg IPC - Dier, Barneveld 07/09/2000
{NL)

Broiler feed ll, 11 % fat | 45 mg/kg IPC — Dier, Barneveld 07/09/2000
(NL)

Broiler feed I, 11 % fat | 110 mg/kg {PC — Dier, Barneveld 08/05/2000
(NL)

Broiler feed |, 6 % fat 240 mg/kg {PC ~ Dier, Barneveld 08/09/2000
(NL)

Premixture for broiler 1,1 % ' Trouw Nutrition, Putten | July 2000

feed It (NL)

The complete composition of the feeds is given in Appendix 2 (in Dutch). The premixture was
based on inorganic support material and contained regular contents of vitamins, minerals and
trace elements.

The main composition of the two feeds is given in Table 2.

Table 2: Main composition of the two feeds

Product| Broiler | Broiler I

Ingredient

Crude protein (%) 21,6 21,2
Crude fat (%) 6,0 11,0
Starch (%) 35,1 30,7
Crude fibre (%) 2,7 3.1
Crude ash (%) 6,0 6,3
Moisture (%) 12,3 12,2




The composition of the feeds (I and Il) and the premixture was the same as the composition of
the products which were produced by IPC-Dier and Trouw in February 2000 for stability testing
(see Report on homogeneity and stability studies of samples for the collaborative studies for
nicarbazin, J.J.M. Driessen and J. de Jong, RIKILT, Wageningen, NL, 12/10/2000).

The feed products have been prepared in a quantity of 500 kg each. To achieve a maximum
degree of homogeneity halfway through the production 36 kg of feed are withdrawn from the
stream for subsampling activities and put into two sacks of 18 kg. After discarding the top fayer
(ca. 2 kg) about 30 - 50 subsamples of approx. 250 grams have been taken {manual distribution
with a shovel) from each of these sacks. The subsamples were stored in double paper sacks.
From the premixture 60 subsamples of approx. 80 g have been taken by means of an automatic
subsampling device and supplied in plastic bottles.

All subsamples have been stored at room temperature (ca. 20 °C).

Next to the above mentioned samples which contained nicarbazin, a blind blank feed was sent to
the participants as well as a blank feed labelled “blank feed for nicarbazin recovery purposes”
{see Appendix 1). The blind btank feed was a pig feed containing carbadox and olaquindox (a
mixture of 2 pig feeds produced for the CANFAS collaborative studies for carbadox and
olaguindox, see the corresponding reports). This feed was analysed at RIKILT prior to the
collaborative studies and was found to contain no detectable amounts of nicarbazin or
interfering substances, The blank feed for nicarbazin recovery purpose was a broiler feed
containing 2 mg/kg virginiamycin, produced for the CANFAS coliaborative study (see RIKILT
report 2002.017). This feed was also analysed prior to the collaborative study and contained 3
mg/kg nicarbazin, probably due to carry-over during production.

3.1.2 Sample homogeneily

The homogeneity of the samples was studied by RIKILT by random selection of 10 subsamples,
applying the HPLC-method developed in CANFAS (see Annex 1 of Appendix 1).

The results of the homogeneity determinations of the individual feeds / premixture are attached
in Appendix 3. Table 3 gives a summary of these results.

Table 3: Results of homogeneity tests for nicarbazin in broiler feeds and premixture

Results| Declared Measured | Homogeneity results
content | content  Tpetyeen sample | Within sample CV (%)

Product {mg/kg) {mg/kg) CV (%)

Broiler feed | 20 22,4 6,8 8,3
Broiler feed |l 45 47,4 53 3,4
Broiter feed 1! 110 122 50 49
Broiler feed | 240 264 2,4 4,3
Premixture 110% 1,15% 4.3 4,8




According to the Project Plan the CV's for homogeneity should not exceed 2 times the CV's for
repeatability (CV,,, < 2 CV,). Based on previous results of withinlab validation (see Second
Annual Report CANFAS, J. de Jong, 12-08-2000) the maximum limit for CV,,, was set to 8 % for
the feeds and 7 % for the premixture.

All between-sample CV's {ulfil these requirements while only the within-sample CV for the 20 ppm
feed slightly exceeds 8 %. Thus, it is concluded that the samples are sufficiently homogeneous.

3.1.3 Sample logistics

The feed samples were sent as blind duplicates. The codes are given in Appendix 4. The
premixture was sent as a single sample and was labelled as such, The samples were sent to the
participants by courier service on 2 October 2000 together with a letter with instructions
{Appendix 1). During transport no special precautions were taken with regards to the
temperature of the samples.

3.2 Reference standard
The reference standard was supplied by mr. D. Towell, Eli Lily, Liverpool (UK). The specifications

of the reference standard (Lot Nr. X47623) are described in Appendix 5. The participants were
instructed to set the purity of the reference standard to 100 % {(see Appendix 1).



4 METHODS
4.1 Method of analysis

The method of analysis is included as annex 1 to Appendix 1. The participants were instructed
that this method has to be used without any modifications.

4.1.1. HPLCconditions

Various types of HPLC-columns were used (the column which is recommended in the method is
a NovaPak C-18 300 x 3,9 mm with a particle size between 5 and 10 pm).

The mobile phase described in the methed is Acetonitrile-Water 65/35. Three laboratories used
a different mabile phase.

The HPLC conditions (Column and mobile phase) used by the participants are shown in Table 4.

4.2  Method for statistical evaluation

Statistical evaluation was performed according to ISO 5725 Part 2: Basic method for the

determination of repeatabiiity and reproducibility of a standard measurement method (First

edition, 1994-12-15}.

The scrutinity of results for consistency and outliers was checked by

a) Graphical consistency techniques: Mandel's h plot for between-laboratory variability, Mandel's
k plot for withinlaboratory variability

b} Numerical outlier techniques: Cochran's test of the within-laboratory variability, Grubbs' test
{single and double) for between-laboratory variability

Whenever necessary and appropriate, laboratories which showed consistently high within-cell

variation and/or extreme cell means across many levels and/or Cochran or Grubbs' outliers were

contacted to try to ascertain the cause of the discrepant behaviour.

The Horwitz equation and the HORRAT ratios form the basis for the evaluation of the

reproducibility of the method. The HORRAT ratios are given in Table 5. The HORRAT ratios should

be lower than 2 (see W. Horwitz and R. Albert, J.A.O.A.C. 74 {1991) 718-744).

10



Table 4:  HPLC-conditions
Partner |Column Mobile phase
13 As described in the method. As described in the method,
15 Hypersil ODS (5 pm} 200 x 4,6 mm + Guard Water 50 %/ Acetonitrile 50%
column
16 Spherisorb ODS 1, (5 um) 250 x 4 mm As described in the method.
19 250/4,6 Nucleosil 120-5 C18 As described in the method.
20 Aittech Alitime C18 250 x 4,6 (5 um} As described in the method.
21 Supelcosil LC18 25 cm x 4,6 mm (5 um) with As described in the method.
Supelguard LC18
23 Not reported Not reported
24 250 mm x 4,6 mm C18 {5 um} As described in the method.
25 As described in the method As described in the method.
26 Luna ODS-2 250 x 4,6 mm As described in the method.
27 As described in the method; but according to the | As described in the method.
catalogue of the firm Waters the particle size of the ‘
reacted silica in Nova-Pak columns is always 4 pm
in diameter
29 Nova Pak, 250 x 4,6 mm; C18 {4um) As described in the method.
30 As described in the method As described in the method.
31 Bondapak C18 300mm x 3,9 mm ID As described in the method.
32 Waters Symmetry, C18 (Spm) 4,6 mm x 250 mm | As described in the method.
{Part no. WAT 054215)
33 C18 ODS Ammcniumacetatebuffer 4,8 /
acetonitrile = 55/45
35 Lichrospher 100-RP18 {5 pm) 125 x 4,0 mm Methanol/Water = 700/300
38 Hypersil ODS C18, 250 x 4,6 mm (5 um) As described in the method.
39 125 x 3 mm, Lichraspher RP18 (5 um) Merck As described in the method.

51232

1




5 RESULTS

For each participant the reported resuits for the samples, the completed guestionnaire and
representative chromatograms are annexed in Appendix 6.

5.1 Statistical evaluation

The results reported by the participants are given in Table 6. Figure 1 demanstrates the Mandel h
and k plots of these results. From the Mandel h plot it can be concluded that the results of
laboratories 20, 32 and 38 show extreme cell means across many levels.

The following laboratories were contacted to try to ascertain the cause of the discrepant

behaviour:

o Lab 19 about the Cochran outlier for the 20 mg/kg sample: no cause could be found.

» Lab 20 about the extreme values at all levels: the cause was identified: the results were
calculated with a calibration curve prepared from an incompletely dissolved stock standard
solution in extraction solvent, The results were recalculated with a calibration curve prepared
from a stock standard solution in DMF which was run in the same series as the sample
extracts. The new results are given in Table 7.

» Lab 25 about the Cochran outlier for the 240 mg/kg sample: the outlier was probably caused
by a technical problemn (malfunctioning of the autosampler).

e Lab 26 about the Grubbs upper outlier {(after eliminating lab 20) for the 240 mg/kg sample:
no cause could be found.

» Lab 32 about the extreme values at all levels: the cause was identified: the dilution of the
samples {see par. 6.2.1 and 6.2.2) was done with extraction solvent in stead of with HPLC
eluent. The laboratory reanalysed the samples; the new results are given in Table 7.

« Lab 38 about the extreme values at many levels as well as the low results for its recovery
experiments (83%): this laboratory replied that “due to their material requirements as
centrifuge and other disposable flask, they weighed 1,25 g of sample feed and diluted to 50
mi”. However, this is not regarded as a cause for the extreme values at many levels; no other
causes could be found.

Based on the findings mentioned above it was decided to replace the results of laboratories 20
and 32 by the new results, see Table 7. The corresponding Mandel h and k plots are shown in
Figure 2.

The Cochran outliers (labs 19 and 25: for the 20 mg/kg sample and the 240 mg/kg sample
respectively) and the Grubb's upper outlier lab 26 for the 240 mg/kg sample were discarded.
Moreover, all the resuits of lab 38 were discarded for the following reasons: the recovery of lab
38 {83 %) is significantly lower (Grubbs outlier) than the mean recoveries of the other laboratories
which are all higher than 90 % (see par. 5.3). This is in line with the results obtained in the method
development and betweerHab validation phases of the CANFAS project where recoveries were
consistently higher than 90 % (see Second Annual Report CANFAS, J. de Jong, 12-08-2000). The
low results that were obtained by fab 38 for all samples (except for the premixture) can be

12



explained by the low recovery. This means that the method is not under control in this iab and the
results should not be taken into account in the statistical evaluation.

The resulting Mandel h and k plots are shown in Figure 3. The resulting values for the statistical
parameters (mean, relative standard deviations for repeatability and reproducibility) are given in
Table 7.

According to the Project Pian, the rsd.values should be < 10 %. Only for the 20 mg/kg sample
this value is slightly higher and consequently the conclusion seems to be justified that the
repeatability is acceptable.

For low contents, the repeatabiiity could be improved by increasing the weight to 10 g (see
remark 9.1 of the method).

The Horwitz equation and the HORRAT ratios form the basis for the evaluation of the
reproducibility (see W. Horwitz and R. Albert, J.A.O.A.C. 74 (1991) 718-744). The HORRAT ratios
are given in Table 5. The HORRAT ratios should be lower than 2. For the four feed samples this
criterion is met and established rsd; values are in line with values predicted by the Horwitz
equation, For the premixture, the HORRAT ratio is too high. In the evaluation meeting it was
discussed how to proceed. The following options were regarded:

» Redo the collaborative study for the premixture after modifications in the method

» Conclude that the method is not suitable for premixtures

e Accept the relatively high CV;, for the premixture

The results of the discussion in the evaluation meeting are described in Chapter 6 of this report.

Table 5:  Horrat ratios of the Nicarbazin collaborative study
Mean after elimination|Predicted |Established Horrat?  |Conclusion
of outliers® {mg/kg)|rsdx rsdg
22,3 10,024 12,260 1,22 Reproducibility OK
45,1 9,019 9,060 1,00 Reproducibitity OK
117 7,824 7,918 1,01 Reproducibility OK
260 6,929 4,843 0,70 Reproducibility OK
11.247 3,933 11,660 2,97 Reproducibility not OK

! = |lab 19/sampie 20 mg/kg; fab 25 and 26/sample 240 mg/kg; lab 38 all results
2 = Horrat is the ratio between the established rsdg and the predicted rsd,

13



Nicartrazin in four broiler feeds and one premixture for broiler feed

(with first resuits of labs 20 and 32)

Table 6
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Nicarbazin in four broiler feeds and one premixture for broiler feed

{with new results of labs 20 and 32)

.

Table 7
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Mande! h and k plots of the results reported by the participants

{with first results of labs 20 and 32)

Figure 1:
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Mande! h and k plots with new results from labs 20 and 32

Figure 2:
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5.2 Blank samples

Table 8:  Reported results of the participants for the biank samples
Partner |Blank sample 1 Blank sample 2
13 0 mg/kg 0 mg/kg

15 Blank Blank

16 Not found Nat found

19 0,4 1,3

20 Neg Neg

21 0,0N.D. 0,ON.D.

23 <593 <5,93

24 Blank Blank

25 Nd Nd

26 0 0

27 Not detectable Not detectable
29 0 0

30 <3 <3

31 1,4 1,5

32 Negative Negative

33 <2 <2

35 2 1

38 0

39 <2 <2

Three laboratories (19, 31 and 35) detected smalt contents of nicarbazin in the blank samples.
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5.3 Recoveries

Table 9  Recoveries

Partner |Recovery 1in% recovery 2in % recovery average in %
13 97 98 98

15 99 99 99

16 101 102 102

19 101

20 108 108 108

21 100

23 Not reported Not reported
24 99 101 100

25 91

26 101

27 100

29 88 103 95

30 99

31 101 99 100

32 100 96 98

33 89

35 99 99 99

38 83

39 102 102 102

Mostly, recoveries were close to 100 %. Only partner 38 reported a value (83%), below 90 %.
This results differs significantly (p=0,01; outlier according to Grubbs test} from the recoveries
reported by the other participants. Only partner 20 reported a value (108 %), higher than 100 %.
In the Grubbs test this result was not regarded as an outlier or straggler.
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5.4 Remarks

Table 10: Remarks made by the partners

Partner |Remarks

13 The method is best suitable for nicarbazin determination. We had got no problems.

15 The results on Annex 2 are not corrected for recovery rate

16 During weigh in Nicarbazin standard substance showed hygroscopic attributes

19 It's better to mill the premix. | haven't done that.

20 No remarks

21 The nicarbazin title of the stock solution decreased, after a storage of a month at room

temperature, about 15%. This decrease was calculated comparing the two calibration
graphs derived from the dilutions, prepared in an interval of 30 days, of the same stock
solution.

We would like to know the reasan of the long time of premixture settlement before
dilution in our lab. The seftlement was complete after 15 minutes.

23 Not reported
24 No remarks
25 In Nicarbazin method we did some minor modifications in the extraction steps (6.2.2),

just to use the same apparatus:

- put the flask #7 an uftrasonic bath at 50°C and sonicate for 15 minutes
- mix for 15 minutes using mechanical means

- put the flask in an ultrasonic bath at 50 °C and sonorate for 15 minutes

26 We experienced no problems with this method.

27 Remarks to the analysis of the premixture:

Pouring out the contents of the polyethylene bottle - as it has arrived- on an aluminium
foil and mixing the sampie on the foil with a spoon and a spatula abviously was not
successful: the results of the analyses of four 0.5 g-weight- in partions were:

9684 mg/kg, 10640 mgskg, 10900 mg/kg, 10216 mg/kg (date of analysis: 19-10-
2000)

Succeeding mixing of the premixture in the bottle you have sent us - accarding to your
schedule- gave nearly identical results: 11698 mg/kg and 11458 mg/kg ( date of
analysis: 20-10-2000)

Thus | think there shoutd be made a special note in the official text of the method, how to
handte not milled premixture samples before analysis.

29 In feed samples it was not necessary to transfer the sample extract quantitatively to a
100 ml volumetric flask (6.2.2).

Instead, we used a folded filter to filter the whole extract, and then proceeded the
microfiltration step. As for the premixture, we followed the protocal.

ra




Partner |Remarks

30 Test sample size is too small (2,5 g)

An extraction of 40 g feed is used with the new method of Mark R. Coleman and all
(JAOAC 83, 5, 2000, p. 1027-1038)

31 If the premixture contains 3% nicarbazin, problems may occur with the solubility of
nicarbazin and consequently a lower weight or a larger volume of extraction solvent
should be applied.

32 No remarks

33 Method has been foliowed, with the exception of the column and the mebile phase.

35 No remarks

38 Twao calibration ranges have been used for quantification of samples. First (0,25 - 5 ppm;
n = 8) for feed samples and second (10 - 50 ppm; n = 5) for premixture.

39 No remarks
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6 EVALUATION AND CONCLUSIONS

The results of the collaborative study were evaluated in a meeting in Tervuren {Belgium) on June
19-20, 2001,

The task leader for task 1 of the project (Henk Keukens, RIKILT) commented that, applying DMF
for preparation of the stock standard solution, negative peaks might emerge in the
chromatograms of the calibration solutions that may interfere with the nicarbazin peak. Lab 20 will
be asked to prove that no interfering peaks are present by showing a chromatogram of a “blank
calibration solution”. If this cannot be proved, the results of lab 20 will be discarded.

After the meeting, lab 20 has provided this chromatogram that shows that no interfering peaks
are present. For this reason the results of lab 20 are accepted.

Table 7, 20 mg/kg sample: a mistake must be made, lab 24 cannot be a Grubbs double upper
straggler while the results of lab 20 are higher,

After the meeting this has been checked: indeed the results of lab 24 are not a Grubbs double
upper straggier. Instead, the results of lab 20 are a Grubbs double upper straggler. This has been
corrected in Table 7.

The panel has accepted the results of the statistical evaluation, as described in par. 5.1, Table 7.

Consequently it can be concluded that for feedingstuffs the repeatability and reproducibility of the

method is acceptable. The results obtained for the recovery and for the blind blank samples are

also satisfactory. The overall conclusion is that for feedingstuffs the performance of the method is

satisfactory.

For the premixture the rsdg (11,7 %) of the method is too high. According ta the panel, a value of

approx. 7 % should be attainable. It was decided that a new small-scale collaborative study will be

organised (ca. 10 laboratories) with a modified method. The modifications in the method are as

follows:

- weightisincreasedto1 g

- extraction volume is increased

- more strict description of the calibration method, stating that the concentration of the
premixture extract should be in the middie of the calibration curve

- the calibration curve will be shifted to higher concentrations, thus avoiding excessive dilution

The following remarks, related to the method description have been accepted:

- lab 27, mixing of premixture: The handling of the premixture (mixing) prior to the subsampling
will be described in the method.

- Lab 31: for premixtures, 2,5 % will be the maximum content (Scope).
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APPENDIX 1

Letter with instructions, sent with the samples (with four annexes)



WAGENINGEN [

RIKILT

Dear colleague,

Please find enclosed the samples for the collaborative study for nicarbazin:

10 feed samples, with the text “additive: NICARBAZIN™ and with a sample code;
these samples constitute 4 blind duplicates of feed samples containing nicarbazin
{contents in the range between 10 and 300 mg/kg) and 1 blind duplicate of a blank

feed
1 premixture containing nicarbazin, contant in the range between 0,5 and 3 %.

For the feed samples you are asked to do a single determination per sample, the
pretnixture must be analysed in duplicate.

For recovery purposes we have included a blank sampie, with the text “blank feed for
nicarbazin recovery purposes”.

The method which has to be used is included as Annex 1 {please note that this method is
a modifiedversion of the method which was distributed prior to the kick-off meeting),

"Annex 2 contains the reporting form. This form will also be send to you by E-mail as an
Excel 5.0 file. We strongly prefar to get the results back in electronic form by E-mail
{please send the results to the following E-mail address: j.j.m.driessen@rikitt. wag-ur.nl).
Of course you ¢an also fill in the form and send it by fax or normal mail.

The deadline for reporting the results is 8 December 2000.

Annex 3 contains instructions for handling {milling, storage) of the samples.

Annex 4 is a questionnaire. We kindly ask you to give us information about the
experimental conditions, recoveries, etc., On this form you can also give your remarks

about the method.

The reference standard of nicarbazin which has to be used was already sent to you by
mr. Towelf (Eli Lilly) in May 2000, Lot Number X47623. In the calculations this reference

standard can he regarded as 100 % pure.

part
2 October 2000

suasEct
coliaberative study CANFA!

nicarbazin

CNCLOBUREIR)

U REFERENCE
00/0022090

WANDLED BT
DOr. J, da Jang

RMECT ITELEPHONE] LI
+21 317 4755 81

taun
j.dejong®@RIKILT WAG-UR.ni

RIKILT

State inatitute for Quality
Control of Agriculairsl
Products

P.0.box 230

5700 AD Wageningen
The Netheriands

VIHTORE" ADDRISS
Building wo. 123
Bornsestesg 43
4708 PD Wageningen

TELEPHONE
+31 317 47 54 00
LY

+31 217 43 77 17

CHAMIEN OF COMMENCE MEGIETRATION NO
09038104 te Arnhem

ThE INTERNET
www.riklit.wageningen-wr.nl



mailto:j.j.m.driessen@rikilt.wag-ur.nO
http://www.rikllt.waganlngan-ur.nl

We wish you and your colleagues the best with the collaborative studies. if you have any
questions, do not hesitate to contact us.

Kind regards,

ing. JAMUriéssen
co-ordinator CANFAS
collaborative studies

dr. Jacab de Jong
CANFAS co-ordinator

RIKILT
Stete nstituts for Quality Contr
of Agricultursl Products

DATE
2 October 2000

oUR BTFERNCT
00/00220%0

L
2cf2

Y
cc
mrs. |, de Froidmont-Gortz, Evropean Commission, DG Research, Cli/3, Brussels
mr. D. Towell, Eli Lilly and Company Ltd., Speke Operations, Liverpool
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Animal feeding stuffs and premixtures - Determination of NICARBAZIN
High-performance liquid chromatographic method

Annsx i

CANFAS/NIC/18042000/H.KEUKENS

Animal feeding stuffs and premixtures - Determination of
NICARBAZIN - High-performance liquid chromatographic

method.

1 SCOPE

This operating procedure specifies a method for the determination of the nicarbazin in ani
. . : . content in an
feeding stuffs and premixtures using high performance liquid chromatography. The limit of quantita'trg:

{LOD) determined in the pre-validation study was 20 mg/g.

2 PRINCIPLE

Samples are extracted by heating in a waterbath, mechanical shakin i -
ot . ! ' g and sonoration us
acetonrtr_lle/methano! mixture. For feeding stuffs, also water is added. The mixture is transferrelggina:
volumetric flask. After settiement of the solids, an aliquot is filtered and assayed using a reversephase -
isocratic method which measures the 4,4'dinitrocarbanifide (DNC) moiety at a wavelength of 350 nm

3 REAGENTS
Use only reagents of recognised analytical grade. Use water complying with . .
with 1SO 3696, plying with at least grade 3 in accordance

3.1 Acetonitrile, HPLC grade

3.2 Methanol, HPLC grade

3.3 Extraction: solvent. Mix 500 ml of acetonitrite (3.1) with 500 ml of i i
magnetic stir plate and stir bar, methanol (3.2]. Mix wel using 2

3.4 Eluent for liquid chromatography. Mix 650 mi acetonitrile {3.1) with 350 ml of puri i
using a magnetic stir plate and stir bar and degas (e.g. with helium) before use. purified water. Mix well

3.5 Nicarbazin reference standard,

4 APPARATUS

Jsing laboratory apparatus énd, in particular, the following;

1.1 High performance liquid chromatography system consisting of the following:
4.1.1 An autosampler or manual injector set to inject a volume of 20 pl.

4.1.2 A pump set to deliver a constarit eluent flow rate of 1,0 ml/min

4.1.3 A column, length 300 mm, internal diameter 3.9 mm packed with a stationa isti
. A, ' ' ry phase co 5
18 material, The particle size should not be smaller than 5 um and not greater thanplo pm.n(isrt;:\g;:;g‘
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column is recommended, but also other columns can be used providing that a satisfactory separation of

DNC is achieved).
4.1.4 A detector allowing the measurement of absorbance of UV light at a wavelength of 350 nm, with

Animal feeding stuffs and premixtures - Determination of NICARBAZIN
High-performance liquid chromatographic method

integrator/recorder.
4.2 Mechanical shaker {e.g. Gyratory shaker, wrist action shaker)
4.3 Micro filters for sample filtration, 0.2 - 0.5 um

4.4 Mill to prepare laboratory samples with a maximum particle size of 1 mm

4.5 Uitrasonic bath

4.6 Waterbath, 50 °C
4.7 Disposable centrifuge tubes of 50 ml with a screw cap

5 PREPARATION OF THE SAMPLES

5.1 Test samples A .
The milling and mixing of compound feed samples prior to assay is obligatory. Grind feed samples through

a mill (4.4} equipped with a 1 mm screen. After milling, mix the entire sample thoroughly. Store the sample
at room temperature in subdued light. Premix samples are not milled.

5.2 Spiked feed samples; 100 mg/kg
Transfer 2.5 ml of the stock standard solution (6.4.1.1) in the sample tube or flask. Evaporate to a smail

volurne (less than 0.5 mi} with 2 gentle stream of nitrogen, add 2.5 g blank feed, mix thoroughly and wait
10 minutes before starting the extraction procedure by adding water for swelling (see 6.2.2),

6 PROCEDURE

6.1 General
Complete each assay within one working day.

6.2 Extraction

6.2.1 Premixtures

Weigh to the nearest 0.001 g, approximately 0.5 g of the test sample into a 50 m! disposable centrifuge
tube (4.7) or directly into a wide neck volumetric flask of 100 ml.

Add 40 mi of extraction solvent (3.3), close the tube or flask and mix manually by swirling.

Put the tubes or flasks in a waterbath of 50 °C for 15 minutes with intermediate swirling at 8 minutes.

Mix thoroughly 15 minutes using a mechanical means (4.2).

Put the tubes or flasks in an ultrasonic bath (4.5) and sonorate for 15 minutes.
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Transfer the sample extract if necessary quantitatively in a 100 m! volumetric flask with HPLC eluent (3.4),

Animal feeding stuffs and premixtures - Determination of NICARBAZIN
High-performance fiquid chromatographic method

adjust to volume and mix.
Allow sample solids to settle (minimum 30 minutes).

If additional dilutions are required, dilute the samples with HPLC eluent (3 4) to a final nicarbazin
concentration which falls within the standard curve levels.

Filter an aliquot of the final dilution through a micrao filter (4.3) for analysis by HPLC.

6.2.2 Animal feeding stuffs

Weigh to the nearest 0.01 g, approximately 2.5 g (see remark 9.1) of the test sample into a 50 ml
disposable centrifuge tube (4.7) or directly into a wide neck volumetric flask of 100 mil.

Add 5 mi of water. Take care that the whole sample is wetted,

Wait at least 10 minutes.
Add 35 ml of extraction solvent (3.3), close the tube or flask and mix manually by swirling.

Put the tubes or flasks in a waterbath of 50 °C (4.6) for 15 minutes with intermediate Swirling at 8 minutes.

Mix thoroughly 15 minutes using a mechanical means (4.2),
2ut the tubes or flasks in an ultrasonic bath (4.5) and sonorate for 15 minutes.

ransfer the sample extract if necessary quantitatively in a 100 mi volumetric flask with HPLC eluent (3.4),
idjust to volume and mix.

K additional dilutions are required, dilute the samples with HPLC eluent {3.4) to a fina! nicarbazin
concentration which falls within the standard curve levels,

Fitter an aliquot of the final dilution through a micro fiiter {4.3) for analysis by HPLC.

6.3 Determination
6.3.1 Inject 20 pl of the sample exiract on to the column of the liquid chromatograph (4.1) and measure
the area/height of the DNC peak.

6.3.2 Determine the nicarbazin concentration of the extract by reference to the mean of a calibration curve
prepared as described in 6.4 and analysed before and after the sample extracts.

6.4 Calibration

6.4.1 Preparation of nicarbazin standard solutions

6.4.1.1 Nicarbazin stock standard solution, 100 ug/ml
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Dissolve 10 mg, weighed to the nearest 0.1 mg, of nicarbazin reference standard (3.5) in 100 mi extraction
solvent {3.3). To aid with dissolution, sonoration for approximately 5 minutes is recommended. Mix well.
This solution is stable for 24 hours when stored in subdued light at ambient or refrigerated storage

conditions (see remark 9.2).

Animal feeding stuffs and premixtures - Determination of NICARBAZIN
High-performance figuid chromatographic method

6.4.1.2 Nicarbazin working standard solutions for samples containing 50-250 mg/kg nicarbazin
Prepare a range of calibration working standards containing 0, 1, 2, 3, 4 and 5 pg/ml nicarbazin by diluting
the stock standard soiution (6.4.1.1) with HPLC eluent {3.4). Working standards must be prepared daily.

6.4.1.3 Nicarbazin working standard solutions for samples containing 20-50 mg/kg nicarbazin
Prepare a range of calibration working standards containing 0; 0.25; 0.5; 1; 2 and 2.5 pg/ml nicarbazin by
diluting the stock standard solution (6.4.1.1) with HPLC eluent (3.4). Working standards must be prepared

daily.
7 EXPERSSION OF RESULTS

Calculate the nicarbazin content of the test sample by the equation:

100x¢
WE = —— X f
M

Where:
We is the numerical value for the nicarbazin content of the test sample in mg/kg
C is the numerical value of the nicarbazin concentration of the sample extract in ug/ml
M is the numerical value of the mass of the test sample, in g
F is the dilution factor introduced to prepare final sample extracts fitting with the standard curve

levels ‘
8 RECOVERY

The recovery obtained for compound feeds should be higher than 90 % at spike levels between 20 and 200
mg/kg.

9 REMARKS

9.1 Homogeneity .
For relatively inhomogeneous compound feed samples, the weighed sample amount should be increased to

10 gram with simultaneous up-scaling of the volume of extraction solvent used.

9.2 Solubility
The solubility of the nicarbazin reference standard in extraction solvent is critical. The nicarbazin

concentrations in the prepared stock solutions must be manitored by use of a cuvet spectrophotometer as
follows. Prepare a solution of 10 pg/ml by diluting the prepared stock standard solution (6.4.1.1) with
acetonitrile. Record a UV-Vis spectrum between 220 and 450 nm using a mixture of methanol/acetonitrile
{5:95 v/} as a reference solution. The maximum absorbance measured between 340 and 350 nm should
be within a margin of +/- 5 % of the default value. The default value should be established in your own
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laboratory by preparing a stock standard solution in duplicate and monitoring th
: ) e UV
described above. The default value is the mean result of the duplicates. ¢ Vs spectra as

Animal feeding stuffs and premixtures - Determination of NICARBAZIN
High-performance liquid chromatographic method

9.3 Method characteristics
Precision, repeatability and reproducibility data will be included in the final version of the method description

that will be prepared after compietion of the collaborative study.



Annex 2

-----------------------------------------------------------------------------------------------------------------------

----------------------------------------------------------------------------------------------------------------------

Subtitle:

Lab-name:
Contact person:

Task 4 COLLABORATIVE STUDY

Date of analysis: :

Analyte:

~ |e-mait: |
fax:
telephone:
Joo oo NICARBAZIN:: Ea |
Result
Lnit {mg/kg}
Sample code
314570
314590
314595
314599
314608
314813
314635
314636
314661
314680
Result 1 Result 2
Unit|  (mg/kg) (mg/kg)
Sample
Premixture
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Annex 3 - Instructions for handling of the samples

Store the samples at room temperature untif analysis

s Feed samples: grind the feed samples with a mill equipped with a 1 mm screen
« Premix: premix samples are not milled

The container should be filled to a maximum of 50 % of the total volume.
Bring the container in a horizontal position and rotate bottom and top of the container in circles moving the

container up and down along the virtual centre of the container for 30 seconds.
Fut the container in an upright position and wait a few seconds for settlement of the generated dust.



CANFAS COLLABORATIVE STUDIES OCTOBER 2000 - NICARBAZIN
Annex 4 - Questionnaire

Laboratory: .o.cveevierennnniennn
COMACE PEISON: vevrvevrrsrcneeresrrnmiseriveininssiesissnsnsssassiunsssansnines

Datels) of @analysis: ..cocovvrvreerinsenirinnaannn,

Dilution ft les:
e Feed samples (specify for which feed samples) ......ccvvvvirviniiiinirni e,

------------------------------------------------------------------------------------
------------------------------------
---------

@ PLOTTUNILITE: veeernersenssrnransissseesnenssessassnnnssesssssnsshnrsenssssssssssssenssnstostonssnnsssssnsnsssns

chromatographic conditions:

. Column:
+ [ As described in the method

» DO Other
T
..................

» Mobile phase:
e 0O As described in the method

P 10 1 O
o Flowrate: ..coooeerrnanens mi/min
o injection volume: ...........pl
» Retention time of nicarbazin: ........ min

omalograms: 1S
« Blind positive feed samples
« Blind blank feed sample

s Premixture
Please indicate the nicarbazin peak with an arrow

Recovery results:

s Percentage recovery: ....... %

» Single / duplicate determinations: O single O duplicate

o [f duplicate, please give both percentages: ...... % and ....... %

e Spiking level: ........... mg/kg
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" *
Remarks /Comments (if necessary, continue on another Pagel : ......covvvrriiiiiiiicineiirecnneneeeiinrenernenes

R R R Y L R T T TR T RN T TR T T Y N R A .

denritiranipanceacanscasanns

T Ly T T P T R TR T PR Py YL TITY Y

R R T T O
TR L L R R R T R T T T P T N T T PR T P PR TN T T R R TR P N T P T TR PP T T
N Y T T T T R Y ssainvens

eeiwsdTEEAFEPIPIR IR ILOANCEI S EITRTIO RN RS

R R R Y T TR T R YT Ry Y P Y PR PP P P T Y ey

I T T T T R T P R PP T T PR T T R Iy L T Y TR YT T Y YT

T R TR R T R T P T T P PR Y T PR YT Y T Y

drevasanreenrrence L L L T P T R R P P P PR PR T LT Y PN T R T Y P T RS T
ransssserssen L L L T T T T N R T R A LR T L L R L LR RIS
T L L L L R L L R T Py P P T e R I N I O T sesnanenana
PRI L L L T T T P T o B R T P sravsrene
tvassesnrseerrens R R L D T T P T T P T TP PPN veanes

L R L T T TR P TP T T PP P TP T T T T R R T TP T T PP P

T T L L L L R R R TR T R L R T TRy Y RN Y P TP esvsednrbniienrinabunvsiosonhsunTaN Rt “nsessesvesreaEssRanane IR E Y

L R R T R T T Y PR T T PR

teeatarettresareren e ROt N RSP aas ety asreanareaneeraes errererarraretetrrenterereree rreerterrersstnneressanents
evreeenraveeesaetarerrra s b e N dva e rens en s san s annevansvans s B Crersaererrenvenvenrennsarane
.....
eeteeesssesereesseisantetnntenstas s nannrodrantentaantrnedsanrranesantsan ansratebartthnsbarasnererenrenertrebresnontensneennas
reriseveresiesiesseesherratererrereenansaneeres eneareaseetaeesaeeasanresererrarrrrrnentasnenars

T L P T R L R T Y] D T T P P TN PR T TR T P T T Y PR Y PP eey

a4snsrasrasnacansarenses L T T T T P PR T Y TN R ey P T PR P PR P T T TP TP veenna

L T T R LT Asassnasyivavrenres Yedvesuisenrneareseanse

Please complete this questionnaire and return it together with representative chromatograms to:

Ing. J.J.M. Driessen
RIKILT

P.0. Box 230

6700 AE Wageningen
The Netherlands

Fax +31-317-417717

Thank you for your cooperation |



APPENDIX 2

Composition of the feed samples



'BESTMIX - Afdruk mengopdracht

2 134.02 Vleeskuiken I
Rikilt laag vetgehalte
Nicarbazine 29 mg/kg

Broifu Jaw ler

- 07/09/oo -‘IP_- )
[compesiTIoN oF THE FEED sAMﬁLE?i o

Grondstof Sile & Gewicht Tol. Cumul Gew. Charge Charge
kg +/-Afw. kg Ab
Weegachaal DW 1
460 Tapioca&Stzetmeel ( 4} 9.50 | 47.50] 1.43 47.50 ..V{. -
Weegschaal DW 2
452 Tarwe EEG (voer) ( 9 23.70 |118.50 [3.5¢ 11850 ..M ...
450 Mais (E.E.G.) { 12) 25.00 | 125.00] 3.75 243.50 N VA
Bijstort SP4
80 Sojabonen get.pell ( 0) 5.10 25.501 0.77 25.50 ..5(. e
84 Sojaschroot 49/3.5r¢ ( 0) 20.09 | 150.45 | 4.51 175.95 N VA
472 Viemeel 72%re deens { 0} o0.40 2.00]| 0.06 177.95 ..\/. .
Bijstort SP7
481 Kriijt { 0) 0.60 3.00§ 0.03 3.00 .‘/. .....
483 Monocalciumfosfaat { 0) 1.26 6.30| 0.06 9.30 ..l/. .....
485 Zout { 0) 0.07 0.35| 0.00 9.65 .\/ ceaae
487 Methionine 100% ( 0} o0.20 1.00}f 0.01 10.65 ..‘\1. caan
510 Prem kuiken Rikile  ( 0) 1.00| 5.00|c.0s 15,65 ..V, .....
Lo,20 % nicardazin
Vlioeistoffen
475 Sojaolie ( 1) 1.s50 7.50] 0.23 7.50 ..?/. .....
473 Vet destr.<0.5%polym { 2) 1.s8 7.90) 0.24 15.40 ..V?. .....
Totaal : 500.00
RETOURPRODUKT .- cass eenan
INSTELLINGEN
")
T.r. : &ud..50% Meel temp . S, kol termp , 5 T
v.Z. : gmf@..ﬁo.. % Matrijs diam. : .5 x 35 mm
Z.F. : .28 mm K.P. : 23 . amp
E.M. : {i58gY¥laag toeren Laagdikte Ko : .35 cm
kringloop : ja —
L.M. : voormengen D sec Zeef Ko : ﬁ" ™m
namengen 300 sec Kruimelen 1 ja/germ
M.D. ver=.. 1l/h Ha&nm . 92 0 %
okt : 7
: )



L

'BESTMIX - Afdruk mengopdracht 7 - 07/08/06 - IPC DIER BARNEVELD

2 134.01 Vleeskuiken I ' . .
Rikilt hoog vetgehalte Bl’ﬂ}ui A{f" 'F"'t—
Nicarbazine &% Mg /kg .
Crondstof Silo % Gewicht Tol. Cumul Gew. Charge Charge
. kg +/-Afw. kg

Weegschaal DW 1

464 Raapschroot 34 re ( 3} 0.30 1.50 ] 0.05 1.50 V

460 Tapioca65%zetmeel { 4) 15.30 | 76.50}2.30 78.00 AL
Weegschaal DW 2

452 Tarwe EEG (voer) { 9) 24.94 J124.70 |3.74 124.70 ‘/ ......

450 Mais (E.E.G.) ( 12) 10.00 | 50.00 |1.50 . 174.70 AL

Bijetort SP4

8¢ Sojabonen get.pell { 0} 20.00 }100.00 }3.00 100.00 \/
84 Sojaschroot 49/3.5rc¢ ( 0) 20.30 |101.50 [3.05  201.50  ..V/. .....

Bijstort SP7

0) 0.57 2.85 {0.03 2.8% &

481 Krijt {
483 Monocalciumfosfaat ( ¢) 1.27 6€.35 ]o0.06 8.20 SV .
485 Zout { 0) 0.08 0.40 |0.00 9.60 Mo
486 L-lysine HCl { 6) o0.01 0.05 |0.00 9.65 \\f
487 Methicnine 100% ( 0) 0.23 1.15 |o0.01 10.80 v
510 Prem kuiken Rikilt ( 0) 1.00 5.00 |o.05 15.80 t/ .....
L o 4% % nicarbazn
Vlceistoffen .
f /
473 Vet destr.<0.5%polym { 2) 6.00 30.00 10.50 30.00 Mel Ll
Totaal : 500.00
RETOURPRODUKT e
INSTELLINGEN
T.R. : M.é‘o% Meel temp : wr @98 Mmé& ¢
v.%. : grof/@ Cpo LY Matrijs diam. : 2¥ x AT mm
z.Fr. : 2,87 mm K.P. . 2T Amp
H.M. :(550a/laag toeren Laagdikte Xo : .39 com
kringloop : ja/fE -
L.M. : voormengen . gec Zeef Ko : 2 mm

namengen 30q sec Kruimelen : ja/?!p
M.D. : ..7>.. 1l/h Hobrnen v B,

VochAt : %



BESTMIX - Afdruk mengopdracht . 08/09/00 - IPC DIER BARNEVELD

2 134.01 Vleeskuiken I : - 'Fﬂé
Rikilt hoog vetgehalte Bm’u, }’WJL :
Nicarbazine Jip mj /l(?, :
Grondstof Silo % Gewicht Tol. Cumul Gew. Charge Charge
kg +/-Afw. kg /

Weegschaal DW 1

464 Raapschroot 34 re { 3) 0.30 1.50 0.05 1.50 V. ..
460 TapiocaéS%¥zetmeel {( 4) 15.30 76.50 2.30 78.00 Mo ..

Weegschaal DW 2

452 Tarwe EEG (voer) ( 9) 24.94 124.70 3.74 124.70 - ..., ...,
450 Mais (E.E.G.) ( 12) 10.00 50.00 1.50 174.70 N

Bijstort SP4

80 Sojabonen get.pell { 0) 20.00 100.00 3.00 100.00 L
84 Sojaschroot 45/3.5rc¢ ({ 0) 20.30 101.50 3.05 201.50 .{,(. .....
Bijstort SP7
481 Kriqt { o) 0.57 2.85 0.03 2.85 .5{1 ......
483 Monocalciumfosfaat  { 0) 1.27  6.35 0.06 .20 Y. (...
485 Zout ( 0) o0.08 0.40 0.00 9.80 ..Qﬂ. e
486 L-lysine HC1 ( 0} o0.01 0.05 0.00 9.65 LYl L.
487 Methionine 100% ( 6) 0.23 1.15 o0.01 10.80 A SR
510 Prem kuiken Rikilt { o) 1.00 5.00 0.05 15.80 L
L 41 Yo nicarpazin
Vloeistoffen
473 Vet destr.<0.5%polym ( 2} 6.00 30.00 0.90 30.00 LCn
Totaal : 500.00
RETCURPRODUKT N veee  eenwas
INSTELLINGEN
L] [*)
T.R M\ﬁ)% Meel temp é‘{ c WW ?2 C
V.Z. : grofAfiin /ST Matrijs diam. : &Y. x 35 mm
Z.F. 1 €.5..... mm K.P. : §2.. rmp
H.M. : iS5/ laag toeren Laagdikte Ko : 35. cm
kringloop : ja/cEa -
L.M. : voormengen .©OF. pec Zeef Ko i /?" o
namengen 300, Bec Kruimelen : jafuEEm
M.D, : ..~.. 1l/h : 29 %

A3
X

Voks



-

BESTMIX - Afdruk mengopdracht o - 08/059/00 - IPC DIER BARNEVELD

2  134.02 Vlieeskuiken I ‘ B .7 ) {;%
Rikilt laag vetgehalte hi e, oW
Nicarbazinel$0 mg/kg :
Grondstof 8ilo % Gewicht Tol. Cumul Gew. Charge Charge
kg +/-Afw. kg /2
Weegschaal DW 1
460 TapiocasStzetmeel ( 4) 9.50 47.50 1.43 47.50 . (/ + aeaaa
Weegaschaal DW 2
452 Tarwe EEG (voer) { 9) 23.70 118.50 3.56  118.50 R
450 Mais (E.E.G.) { 12) 25.00 125.00 3.75 243.50 N7
Bijstort SP4
80 Sojabonen get.pell ( @) 5.10 25.50 0.77 25.50 v ..
84 Sojaschroot 48/3.5rc { 0) 30.09 150.45 4.51 175.95 N
472 Vismeel 72%re deens ( 0) 0.40 2.00 0.06 177.85 LY,
Bijstort SP7
481 Krijt {( 0) 0.60 3.00 0.03 3.00 N
483 Monocalciumfosfaat ( 0} 1.26 6.30 0.06 9.30 o
485 Zout { 0) 0.07 0.35 0.00 9.65 Moo
487 Methionine 100% { o) o.20 1.00 0.01 10.65 R
510 Prem kuiken Rjikilt ( 0} 1.00 5.00 0.05 15.65 oo
La4 % Mcarha z ph .
Vliceigtoffen
475 Sojaolie ( 1) 1.s50 7.50 0.2 7.50 L A
473 Vet destr.<0.S%polym ( 2) 1.58 7.90 0.24 15.40 N
Totaal : 500.00
RETOURPRODUKT cees ceeer e
INSTELLINGEN
T.R. ,du/ﬁ?% Meel temp : Aéww%mf 77°C
V.Z. : grof@x ....... Matrijs diam. : Z.Yx 3"&'
Z.F. : .aY.. K.P. : 3., amp
H.M )’laag toeren Laagdikte Ko : A3S. em
kringloop : j .
L.M. : voormengen .¥?. sec 2eef Ko : . mm
namengen 309 gec Kruimelen : ja/6Egn

M.D. : ..7~.. 1l/h Hotwran : 882 %
274 : %



APPENDIX 3

Homogeneity of samples



CANFAS

Development and Validation of HPLC-methods for the official control of
Coccidiostats and Antibiotics used as Feed Additives (SMT4-CT98-2216)

Homogeneity test collaborative study

Additive : Nicarbazin
Product: Feed sample: 20 ppm

Date of determination :  September 19", 2000

'I:')T:plicate
Sample Content average
mg/kg mg/kg

18454 A 21,7 22,2

18454 B 22,7

18455 A 27,0 234

18455 B 19.8

18456 A 26,0 25,1

18456 B 241

18457 A 23,5 228

18457 B 22,1

18458 A 22,6 22.1

18458 B 21,5

18459 A 23,0 240

18459 B ) 24,9

18460 A 21,2 21,3

18460 B 21,3

18461 A 22,0 2286

18461 B 23,2

18462 A 21,3 20,5

18462 B 18,7

18463 A 20,4 20,1

18463 B 19,8
Homogeneity OK T
Criterion | CVpeiween = < 8%
Average 22,4
SD (between samples) 1,53
CV (between samples) 6,8 Result Grubb's test
Grubb's test, single lower 1,499 ‘no outlier
Grubb's test, single upper 1,731 no outlier
Grubb's test, double lower 0,4746 no outliers
Grubb's test, double upper 0,4462 no outliers
[Repeatability
SD (within samples) (sd,) 1,88
JCV (within samples) (CV (%)) 8,3

26-9-2000

TASK 4 HOM NICARBAZIN BROILER FEED 20PPMXLS

40



CANFAS

Development and Validation of HPLC-methods for the official control of
Coccidiostats and Antibiotics used as Feed Additives (SMT4-CT98-2216)

Homogeneity test collaborative study

Additive : Nicarbazin
Product: Feed sample: 45 ppm
Date of determination : September 19", 2000
Duplicate
Sample Content average
mg/kg mg/kg
. 18464 A 49,0 48,7
18464 B 48,3
18465 A 454 44 4
18465 B 43,4
18466 A 49,2 49,9
18466 B 50,5 )
18467 A 48,5 49,9
18467 B 51,4
18468 A 46,6 44 8
18468 B 43,0
18468 A 496 49,3
18469 B 49,0
18470 A 454 46,4
18470 B 47.4
18471 A 431 43,6
18471 B 441
18472 A 451 47,3
® 18472 B 49,4
18473 A 49,7 50,3
18473 B 50,9
Homogeneity OK
Criterion : CVypeen = < 8%
Average arse
SD (between samples) 2,53
CV (between samples) 5,3 Result Grubb's test
Grubb's test, single lower 1,522 ‘no outiier
Grubb's test, single upper 1,124 no outlier
Grubb's test, double lower 0,4728 no outliers
Grubb's test, double upper 0,6901 no outiiers

Repeatability
SD (within samples) (sd,) 162
CV (within samples) (CV (%)) 34

26-8-2000 TASK 4 HOM NICARBAZIN BROWER FEED 45PPMXLS ~ ~ o




CANFAS

Development and Validation of HPLC-methods for the official control of
Coccidiostats and Antibiotics used as Feed Additives (SMT4-CT98-2216)

Homogeneity test collaborative study

Additive : Nicarbazin
Product : Feed sample: 110 ppm
Date of determination : September 20™ 2000
Duplicate
Sample Content average
mg/kg mg/kg
[18474 A 117,9 1231
18474 B 128,3
18475 A 108,2 114,1
18475 B 120,0
18476 A 120,4 113,4
18476 B 106,5
18477 A 121.1 121,3
18477 B 1216
18478 A 128,0 128,8
18478 B 129,7
18479 A 118,3 120,0
18479 B 1217
18480 A 129,1 122,7
184808 116,4
18481 A 121,2 117.3
18481 B 1134
18482 A 130,5 1328
18482 8 135,1
18483 A 123,4 122,8
18483 B 122,2
Homogeneity OK
Criiterion : CVpetween = < 8%
Average 121,6
SD (between samples) 6,030
CV (between samples) 5,0 Result Grubb's test
Grubb's test, single lower 1,362 ‘no outlier
Grubb's test, single upper 1,847 no outlier
Grubb's test, double lower 0,5233 no outliers
Grubb's test, double upper 0,3343 no outliers
Repeatability
D {within samples) (sd;) 5,911
CV (within samples) (CV (%)) 4,9

26-9-2000

TASK 4 HOM NICARBAZIN BROILER FEED 1f0PPM.XLS

JD




CANFAS

Development and Validation of HPLC-methods for the official control of
Coccidiostats and Antibiotics used as Feed Additives (SMT4-CT98-221 6)

Homogeneity test collaborative study

Additive : Nicarbazin
Product: Feed sample: 240 ppm

Date of determination : September 20%, 2000

Duplicate
Sample Content average
mg/kg ma/kg

18484 A 255,0 2651

18484 B 2752

18485 A 250,7 271,98

18485 B 293,1

18486 A 2672 2615

18468 B 255,8 '

18487 A 2776 272.,8

18487 B 2679

18488 A 261,0 261,4

18488 B 2619

18489 A 268,0 266,9

18488 B 265,7

18490 A 256,3 257.3

18490 B 258,2

18491 A 266.,6 267.3

18491 B 268,0

18492 A 2618 2609

18492 B 259,9

18493 A 248,2 253,0

18493 B 257.8
Homogeneity OK
Criterian : CVoeween = < 8%
Average 263,8_--“-__-—_—-
SD {between samples) 6,22
CV (between samples) 2,4 Result Grubb’s test
Grubb's test, single lower 1,737 ‘no outlier
Grubb's test, single upper 1,442 no outller
Grubb's test, double lower 0,4336 no outliers
Grubb's test, double upper 0,4761 ho outliers
Repeatability
8D (within samples) (sd,) 11,28 T
CV (within samples) (CV (%)) 4,3

TASK 4 HOM NICARBAZIN BROILER FEED 240PPMXLS ~ ~ D

26-9-2000




CANFAS

Development and Validation of HPLC-methods for the official control of
Coccidiostats and Antibiotics used as Feed Additives (SMT4-CT98-2216)

Homogeneity test collaborative study

Additive : Nicarbazin
Product : Premixture: 1.1%

Date of determination : September 21, 2000

Duplicate
Sample Content average
% %

16129-1A 1,19 1,19

16129-1B 1,20

16129-2A 1,22 1,16

16129-2B 1,09

16129-3A 1,04 1,07

16129-3B 1,11

16129-4A 1,07 1,12

16129-4B 1,16

16129-5A 1,11 1,14

16129-5B 1,17

16129-6A 1,15 1,17

16129-6B 1,19

16129-TA 1,16 1,13

16129-7B 1,10

16129-8A 1,10 1,09

16129-88 1,08

16129-9A 1,29 1,22

16129-98 1,15

16129-10A 1,24 1,21

16129-10B 1,18
Homogeneity OK
Crtiterion : CVypatween = < 7%
Average 115
SD (between samples) 0,049
CV (between samples) 4,3 Result Grubb's test
Grubb's test, single lower 1,543 no outlier
Grubb's test, single upper 1,399 no outlier
Grubb's test, double lower 0,4532 no outliers
Grubb's test, double upper 0,5254 no outliers
Repeatability

D (within samples) (sd.) 0,055

CV (within samples) (CV (%)) 48

25-4-2001

TASK 4 HOM NICARBAZIN PREMIXTURE . XLS

JO




APPENDIX 4

Sample codes



Z/9¥6¢ Poab6E  JEOVBE 0ZOPBE CPOPBE [LOPBC 6OO0VAE  LROPEE GOOPEE 98GPAE 6¢]
095¥8g CCOV8E  ZPGYBE  6/GY8C ZLGPBE POSPEE VIOVBE 6POVSE CESPEC 60GHEE 8e
1SOvGE 0BOYSE  VIGYSE /BOVSE Z99¥GE G/OPSE  FEGKSE  LOSHSE SPGYSE 1Z9VGE Ge|
QEOVEE Zispee LYGPEE GCLOVEE €JGYEE JOGPEE O/OVEE GOOPEE GOGVEE 80OFEE gl
G/gyze L6GFZE  ODGYZE O./GYZE GTOVZE LOGHZE ZLSYTE L9GHIE €6SYZE OpOvZE FAS
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APPENDIX 5

Nicarbazin reference standard profile



Tel: (0)151-448-6406
Fax: (0)151-448-6060

ELI LILLY COMPANY LIMITED - SPEKE OPERATIONS

Fleming Road
Speke, Liverpool L24 LN UK

May 22" 2000

CANFAS STUDY - NICARBAZIN REFERENCE STANDARD

The following has been extracted from the Lilly Nicarbazin reference standard
profile:

REFERENCE STANDARD PROFILE

Effective Date: ‘October 29, 1998 Compound: 093760
* Supersedes: October 11, 1995 Revision: 10
* Expiry Date: October 28, 2001 Standard: 1994

Name: Nicarbazin

Chemical Name: 4,4'-Dinitrocarbanilide 4,6-dimethyl-2-pyrimidinol complex

Lot Numnber: X47623

Defined Potency: 69.6% 4,4'-dinitrocarbanilide (C,,H(N,O;) or 27.0% 4,6-dimethyl-2-

pyrimidinol (C,HgN,0).

Handling: Normal laboratory precautions should be used.
Storage: Tightly closed amber glass bottle at room temperature, 15° to 30°C.

D. P. Towell



APPENDIX 6
Table with results, questionnaire (page 1) and chromatograms

of partner 13



Annex 2

CANFAS

Development and Validation of HPLC-methods for the official control of

Subtitfe: Task 4 COLLABORATIVE STUDY
Lab-name:
Contact person: e-mail:
fax:
telephone:
Date of analysis:
Analyte: [ NicARBAZIN ]
Result
Unit {mg/kg)
Sample code
134535 ol
134559 275
134600 23
134632 128
134641 124
134642 270
134653 21
134857 0
134656 45
134692 46
Resuit 1 Result 2

Unit|  (mg/kg) (mg/kg)

Sample
Premixture 10292 10933




CANFAS COLLABORATIVE STUDIES OCTOBER 2000 - NICARBAZIN

Annex 4 - Questionnaire

Date(s) Of ANAIYSIS: «vvivrererisirievannsrinesriiitrinrrricriree st e s et ee st s bbrer e seeneseessennnnres

------------------------------------------

Dilion factor of i es; )
ag’fj/@a W/m(-l‘/ﬂ?ﬂy 2}‘{5 - ‘7/‘;/

Chromatographic conditions:

¢ Column:
. mAs; described in the method
o OB ceirie i e e e se et se s nsne s ees
s Mobile phase:
o K As described in the method v
: 8 TOHEE ceereeerniniernscrtas ettt s a e et e n s e e b g b ees ser eeenrbennane st sen o
o Flowrate: .’f/ ﬂ ....... mi/min
+ Injection volume: “?‘9 ...... yl
+ Retention time of nicarbazin: 4{ min

Chromatograms: P R _INC!

» Blind positive feed samples
» Blind blank feed sample

e  Premixture
Flease indlicale the nicarbazin peak with an arrow

Recovery resuits:
¢ Percentage recovery: £0 W%
Single / duplicate determinations: O single (Xduplicate

» If duplicate, please give both percentages: .»/X. % and 5 %

v Spiking level: "?50 mg/kg



13
KromaSystem 2000

Channel 3
KromaSystem 2000 Version 1.83  RESULT REPORT: INTEGRATION
SYS1 - NICAROO6.SMP {modifled): Nicacbazin-Enquete
Acquiced & 11.12.00 16:23:00

No, 18: F1813'' 2.5g/100ml
Channel 3: DAD 3 chrom. 349/ 5
No Text

Processwed: 14.12.00 10:53

Program File ..... NICARI eessr Nicarbazin-Methode
Workaheet ........ NICARL «iess Nlcarbacin-Best
Peak Table ....... NICAR P

Parameter Table .. NICAR R

Report Flie ...... P

Document File .... IR

7.5+

4.08:1 Nica

6.0+

4.5+

3.0+

0.04

'2- T 1) ¥ T I 1
c.0 1.6 3.0 4.5 6.0 7.5 9.0 10

Name Area Amount Rel .Ar
mAbs*min 1]

7.9585e-001 2.2549e+001 100.00

7.9585e-001 2.2549%e+001 100.00

)

No. PNo Ret.Time Type
min

1 1 4.88 MOD Nicarbacin

Sample Report Page 1 of 1

Printed: 14.12.Q00 10:53



KromaSystem 2000

Channei 3

KromaSystem 2000 Version 1.83 RESULT REPORT: INTEGRATION

$YS1 - NICAROQG7.SMP [(modified): Nicarbacin-Enquete

No., 29: F1822'0.59/100ml1/2.5ml/50m} Acquicred : 14.12.00
Channel 3: DAD 3 chrom. 349/ 5 Processed: 14.12.00
Ne Text
BProgram Flle ..... NICARI ..... Nicarbazin~Methode

+1see Nicarbacin-Best

Worksheet ,.,..... NICARL
Peak Table ....... NICAR fenen
Parameter Table .. NICAR reaen
Report File ...... feana
Document File ....

12:53:05

13:32

10.09+45s

4

7.5

6.0~

4.5

3.04

0.04... ¢¢JLJ%Vumw~uwwmﬂul«

-2.0 T . - T . ——min
0.0 1.5 3.0 4.5 6.0 75 9.0 10
No. BNo Ret.Time Type Name Atea Amount Rel.Ap
min mAba*min L}
3.54449e+000 1.029Ze+004 100,00

1 1 4.83 MLR Nicacrbacin

3.5444e+000 1.0292e+004 100.00

Sample Report Page 1 of 1

Printed: 14.12.00 13:32



KromaSystem 2000

Channel 3

KromaSystem 2000 Version 1.83

RESULT REPORT: INTEGRATION

SYS1 =~ NICARQOO&.SMP (modified): Nicarbazin-Enquete

No. 11: F1811' 2.5g/100ml
340/ S

Channel 3: DAD 3 chrom.
No Text

Pregram Flle ..... NICARL
Worksheet ........ NICARL
Peak Table ....... NICAR
Parameter Table .. NICAR

Repart File ......
Document File ....

Acquired : 11.12.00 15:07:01
Processed: 14,12.00 10:52

Nicarbazin-Mathode

seess« Nicarbacin-Best

sasea

asrasn

10.0 mAbs
7.5
6.0+
4 .5
3.04
1.51
0.0
-2.0- min
0.0 1.5 3.0 4.5 6.0 7.5 9.0 100
No. PNo Ret.Time Type Name Area Amount Rel.Ar
min mAbs*min L
T0.0000s+000 0.00008+000  0.00
Pagae 1 of 1 Printed: 14.12.00 10:52

Sample Report
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Annex 2

CANFAS

Development and Validation of HPLC-methods for the official control of
Cocmdlostats and Antibiotics used as Feed Additives (SMT4-CT98-2216)

.......................................................................................................................

Subtitle: Task 4 COLLABORATIVE STUDY

Lab-name:

Contact person: e-mail:
fax:
telephone:

Date of analysis:

Analyte: | NICARBAZIN ]
Result
Unit (ma/kg))
Sample code
154514 . ..} . blank
154522 . 17,7
154538 . - 448
154543 1 blank
154549 o 278
154587 _ 48,3
154604 o L 225
154810 - 269]
154668 ) 1242
154677 287,3
Result 1 Result 2
Unit {mg/kg) (mg/kg)
Sample
Premixture 10640 10970




CANFAS COLLABORATIVE STUDIES OCTOBER 2000 - NICARBAZIN

Annex 4 - Questionnaire

Datefs) of analysis: -S‘aodaﬁ;o«nuw

» Feed samples (specify for which feed samples): D ire M#'&RLSW&’*

Premixture: ... M dentamm 2 2 et

ct , o

¢ Column:

s [ As described in the method
* )XOther: %Yf’emsl-obsb‘)wwoxaém*&vmww

*  Mobile phase:
0 As described in the method

* XOther: WﬂYeQ.SOR/A(EngTMW'S-OI’.
*  Flowrate: .{f O mi/min

* Injection volume: .%2....ul
* Retention time of nicarbazin: .§.:.&. min

* Blind positive feed samples
« Blind blank feed sample

*  Premixture
Flease indicate the nicarbazin peak with an arrow

Becovery resufts:
* Percentage recovery: 334y
* Single / duplicate determinations: = single = duplicate

* If duplicate, please give both percentages: 350 % and T, %
*  Spiking level: .4GQ. .. mg/kg



'Data File C:\HPCHEM\1\DATA\ADL\VALIDO11.D Sample Name: 5

_________________ ASY $44,
Injection Date : 24/10/00 17.10.00 Seg. Line : 12
Sample Name : 514 vial + 11
Acqg. Operator : adl Inj : 1
Inj Volume 20 pl
Acg. Method : C:\HPCHEM\1\METHODS\MNICVALI.M
Last changed : 24/10/00 15.05.48 by adl

Analysis Method : C:\HPCHEM\1\METHODS\MNICVALI.M
Last changed : 25/10/00 7.55.17 by adl
(modified after loading)

" 'DADA A, $ig=350,4 Ref=450,80 (AbL\VALlDO11_D)' e

mA“:' 3 NOTE : The lines in the c'vomafodram have
35 - g
: T been traced ky penclf because
30 i oH\erwm, H\g were invisible in the
; rLol'oCch o
25 - 2 : long : 5/4/i
: 9-?1 - J.JcJog ; 5’/@/
&
20 - ﬁE
&
: 3
e
10 - ‘E \
: A
: RESEE:
5 - T |2
: = !1 [ .
{8/ IAN |
T 4 s s
External Standard Report
Sorted By - : Signal
Calib. Data Modifie : Wednesday 25 October }460 7.43.37
Multiplier : 1.0000
Dilution : 40.0000
Uncalibrated Peaks : not reported
Signal 1: DADl A, 5ig=350,4 Ref=450,80
Results obtained with enhanced integrator!
RetTime Type Area Amt/Area Amount Grp Name
[min] [mAu*s] fng/ul}
------- et e i e B BTl B e
6.874 - - - Nicarbazin
Totals : ¢.00000
1 Warnings or Errors :
Warning : Calibrated compcocund(s) not found
HE 10%7 RZTERIN 25710/20 7.83.21 a4 Dzmz 1 o~F 0


file://C:/HPCHEM/1/DATA/ADL/VALID011.D
file:///METHODS
file:///MNICVALI
file:///HPCHEM/l/METHODS/MNICVALI.M

Data Fileé C:\HPCHEM\1\DATA\ADL\VALIDO31.D Sample Name: pre. m.

= — = oIS = === ey m—— ?E‘tj’—}jj‘y\ri@‘_‘s_
Injection Date 24/10/00 20.53.01 Seqg. Line : 32
Sample Name : pre, m. vial ¢ 22
Acg. Operator : adl Inj : 1
Inj Volume : 20 pl
Acg. Method : C:\HPCHEM\1\METHODS\MNICVALI.M
Last changed : 24/10/00 15.05.48 by adl
Analysis Method : C: \HPCHEM\1\METHODS\MNICVALl.M
Last changed 25/10/00 9.54.34 by adl
(modified after loading)
T T T BADY AL Gig=350.4 Ref=450,80 (ADLWALIDO3ID T T T T T T e
mAu : %A R
NOTE : The lines in the c}mm»éymm have ghea 17728
0 boen traced ]U penu’! because f
f cbherwise H’lgy were inwvisible in the
- phatocopy -
: Jode Jerg i s/4/)
6 -
‘- i‘
' i
2 - T
| B
j \
o w WQE#WL,_‘_,M_“M-M&";'—"'h'""" A I U a :\-‘—w-“——'-"\::&"".-?-..: — - [
o 2 &L ....* o8 in
o o External Standard Report o T
Sorted By . : Signal
Calib. Data Modifie : 25/10/00 9.54.,29
Multiplier : 1.0000
Dilution : 5.000e3
: not reported

Uncalibrated Peaks

Signal 1: DADl A, Sig=350,4 Ref=450,80
Results obtained with enhanced integrator!

Amt /Area Amount Grp Name

RetTime Type Area
[min) [mAu*s) [ng/ul]

------- [ B d huttuintetadintedl Rttt Rt Bt e et b b Bt LT e
6.870 MM 117.72948 1.80819%e-2 1.0643%e4 Nicarbazin

Totals 1.06439%e4

___________________ »*x* Fnd of Report **+* T

1090 ASTERIX 25/10/00 9.57.35 adl Page 1 of 1


file://C:/HPCHEM/1/DATA/ADL/VALID031.D
file://C:/HPCHEM/l/METHODS/MNICVALI.M
file:///METHODS
file:///MNICVAL1

‘Data File C:\HPCHEM\1\DATA\ADL\VALID015.D

Sample Name: 6C

. L _ L AS54 60
Injection Date : 24/10/00 17.54.38 Seq. Line : 16
Sample Name 604 Vigl 15
adl Inj 1

Acqgq. Operator

Acg. Method
Last changed
Analysis Method
Last changed

Inj Volume 20 pl

C: \HPCHEM\1\METHODS\MNICVALI.M

24/10/00 15.05.48 by adl
C: \HPCHEM\1\METHODS\MNICVALI.M

25/10/00 7.55.17 by adl
(modified after loading)

""""""" DAD1 A, Sig=350.3 Réfa450,80 {(ADLIWALIDG 15.0) e
Au e . C
mad ?‘f NOTE : The Imer th ﬂa CAmu«aiojmm kaw Le@h fm:eal
i — . ] ‘
17.5 - bJ rchc” Iaecau.re af}:grwise t}'f)’ wekrg ‘hvm‘ug
15 - | n 'H"" meoc:yy ' /
: j"’bjc”t] . -r/q /
125 - :
10 -
: v §
75 - [ ®
. ! ,.— %
ﬁ'. i
5 | i\ o =
: |} Se 2
3
A _
é k 4 6 8 mil
External Standard Report
Sorted By - Signal
Calib. Data Modified Wednesday 25 October 900 7.43.37
Multiplier 1.0000
Dilution 40.0000
Uncalibrated Peaks not reported
Signal 1: DAD1 A, Sig=350,4 Ref=450,80
Results obtained with enhanced integrator!
RetTime Type Area Amt/Area Amount Grp Name
(min] (mAu*s] [ng/ul]
------- e el el e Il e L e e
6.831 EB 30.38545 1.85038e-2 22.48985 Nicarbazin
Totals 22.48985
*** End of Report **~
1037 ASTERIN 25/10/00 £,06.32 adl Page 1 o7 1


file://C:/HPCHEM/1/DATA/ADL/VALID015.D
file://C:/HPCHEM/l/METHODS/MNICVALI.M

APPENDIX 6

Table with results, questionnaire (page 1) and chromatograms
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Annex 2

CANFAS

------------------------------------------------------------------------------------------------------------------------

EDeveIopment and Validation of HPLC-methods for the official control of
iCoccidiostats and Antibiotics used as Feed Additives (SMT4-CT98-221 6) :

Subtitle: Task 4 COLLABORATIVE STUDY

Lab-name:

Contact person: e-mail:
fax:
telephone:

Date of analysis:

Analyte: | NICARBAZIN |
Result
Unit (mg/kg)
Sample code
164515 | . notfound
164519 2448
164520 \ _ & 17,54
164523 IR . ot found
164557 | 8488
164611 45,85
164631 i 245,36
164639 o 112,78
164656 o ... 10484
164671 19,22
Result 1 Result 2
Unit {ma/ky) {mag/kq)
Sample
Premixture 10345 10018




CANFAS COLLABORATIVE STUDIES OCT OBER 2000 - NICARBAZIN

Annex 4 - Questionnaire

- Date(s) of analysis: 2000-11-21, 2000-11-22, 2000-11-23 (sach assay one day)

itution factor
* Feed samples (specify for which feed samples): "

-----------------------------------------------------------------------------------------------

L~ Premixture 25

- . Column

e O Asdescrlbed in the method
X Other' Spherisorb ODS 1, § pm, 250 x4 mm

¢  Mobile phase
' *  xAs described in the method

e [0 Other
. Flow-rate 1.0mbmin '
* Injection volume: 20 pl o .
* Retention time of nicarbazin: 5.3 min

Chromatog@mg_; Elease include represen Q tive cnmjggmms of,
. * Blind positive feed sa'mples | , .
* Blind blank feed sample

- Premixture o
Please indicate the nicarbazin peak with an armow

Recovery results;
* Percentage recovery: 101.6 %
*' Single / dupiicate determinations: [0 single x duplicate

* I duplicate, please give both percentages: 101.1 and 102.1 % -
*  Spiking level: 104 mg/kg :



. Nicodarn

CH. 1 C.5 S.00 ATT S OFFS 18 11,23/@8 18:36 o '
- ST R T Stadedplopgint

L. . e B Y
. ———

1!

;

. 5.31 Micaanm. /

——————,
———

CINJ NO. oF_ﬁrﬁ P, 1 REP . 1st level L

. b-2588 . - R B o 11,23,00 10136
WETHOD: ALLGEMEIN . TRe: ,qbe-.én= 1 - -
CFILE: 3 fanc5METHOD=1EkT-STﬁ TRBLE: = 9 CONC: HEIGHT

NO . RT - RREA _'gEtsHT. UG/HL - "NAME T
1 5.31 45947 3172 1.060 NICARE .

CH. 1 C.5 '5.88 ATT S OFFS 18 11/23)99 19:44 P\ .
' : : : . . o - evwat

eI

p-2508 o . -+ 11s,23/08 10144
WETHOD: ALLGEMEIN . TRG: 689 CH: 1 :
FILE: 3 CALC-METHOD: EXT~STD TRABLE: - 9 CONC: HEIGHT -

. NO. . RT AREA "HEIGHT UG/ML NAME

1 1.84 - 28319 .44 "9 .900 e
2 5.31 - - 49912 . 3458. . 1.153 NICRRB

TOTAL S ‘ o _ o ‘

o 78231 3494 - 1.153

PEAK REJ 19 S

SF .

SAMP-ANT

‘ 1.008
1 .00@



CH. 1 ©.5 5.88 ATT 5 OFFS 10 11/24/88 18334

Lw B : R
b i e e e

K ‘ . ' Lhan%dxu-'

INJ NO. OF STD ¢ 1 + 1 REP , 1st level

11-247080

D-25@0

TRG= 639 CH: 1 -

 BETHOD: ALLGEMEIN ,
| FILE: 3 CALC-METHODt EXT-STD - TABLE: 9 'CONC: HEIGHT
' HEIGHT . UE/ML NANE

. AREA | |
6424 2.140 HICARBE

93187

HO. . RT:
i S .47

"CH. 1 c.s s5.88 ATT° 5 OFFS 18 11/24,80 18:44

D-2508

64@ CH: 1 .

TAG:

METHOD: RLLGEMEIN

FILE: 3 (CALC-METHOD: EXT-STD . TABLE: 9 CONC: HEIGHT

~ No. RT . ' AREA  HEIGHT UG~/ML " NAME
1 2.0 96693 - 4672 e .ees
T2 2.57 6819 467 o .000 -
3 5.44 48721 . 3348 .  1.119 NICARB
TOTAL o - . S
: g 152233 8487 1.124
PEAK REJ : 50 :
SF : 1.080

SAMP-ANT 1.000

11/24,00

| Micosbarie
Slandad Ny 8

Jﬁm?% AG@Sg}.

18344



Nicosbatn -

Shsmd@d't*B;ﬁT“R'

'CH. t C.5 5.8 ATT 5 OFFS - 1@. 11,23-880 12:50

b ."‘

1.94

’f‘ B /6

INJ NO. OF STD : 1./ 1 REP , 1st level -

‘p-25¢@¢ BT N | . 11/23,08 -"12:50

METHOD: ALLGEMEIN' . TAGY 622 CH: 1 _
FILE' 3 CALC-METHOD: EXT-STD TRBLE: 9 CONC: HEIGHT -

& NO. O RT "HRER  HEIGHT UB/ML. - . NAWE
2 5.29 - 22429 1561. ' ©.538 NICARE

e

CH. 1 C.5 5.00 ATT S OFFS 10 '11,23.00 {3:@9

2.15 Qmwxﬂ?'_ﬁu*-, S

- ESCAPE




Nicorbaton

CH. 1 c.5 5.9 ATT 5 OFFS 18 11,22,88 11:31 Blanl farek
n

hﬁnﬂnﬁw

CH. 1 ¢c.s s5.88 ATT 5 OFFS 18 11,22/08 12:13

Slamdaach 2420 pgind
21286 TR

F__ﬂ.__;=;; 5.23 Micasatm

INJ HO. OF 57D = 1 # 1 REP , 1st level
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Annex 2

CANFAS

Subtitle: Task 4 COLLABORATIVE STUDY

Lab-name:

Contact person: e-mail;
fax:
telephone:

Date of analysis:

Analyte: | NICARBAZIN ]
~ Result
Unit (mg/kg)
Sample code
194508 04
194545 16
194553 L R A
194585 L 46
194601 S ... 120
194616 Lo
194627 R R . 260
194647 R B 44
194655 1 270
194676 45
Result 1 Result 2
Unit {mg/kg) {ma/kg)
Sample
Premixture 11450 10870




CANFAS COLLABORATIVE STUDIES OCTOBER 2000 - NICARBAZIN

Annex 4 - Questicnnaire

Date(s) of analysis: ...... 8 AV R..r 200D i

Dt .

» Feed samples (specify for which feed samples). ...... Yoo e
®  Premixture: ...oo.o o M@ cesne e e

ot hic conditions:

s Column:

e [ As described in the method

o BOther: ... 250k MAGEAS . RS EWR s
¢ Mobile phase:

e § As described in the method
0 OO veeeeeiesesssrerasessbenessenrassnd 1R e LB e RS SRR R b e s ae et e nae s na s ae
+  Flowrate; .........\...... mi/min

* Injection volume: .. Ye.....4l
» Retention time of nicarbazin: U min

¢ Blind positive feed samples
¢ Blind blank feed sample

*  Premixture
Flease indicate the nicarbazin peak with an arrow

Recovery results;
* Percentage recovery: .10\ %

*  Single / duplicate determinations: @ single O duplicate
% and %

* i dupiicate, please give both percentages: ..
*  Spiking level: ...}00... mg/kg



}

tion Factor: 1 .

r Unknown

tector : SPD-M6A
arator H

* Chromatogram ***

9

nibs
Chl 350nm
40
BLuO BANK  FEED  SANQLE
&
5.744 6.791
G T 1
0 2 4 6 8
) min
* Peak Report *#*%
NO ChNO  TIME AHEA PURITY.UP PURITY.DOWN IDNO CONC
2 1 6.791 5963 0.9905(0.8363) 0.9069(0,9280) 1 100.0000
5963 100.0000

15 - 1/1

00/10/1% 12:49:09



iktion Factor:
e .

tector
erator

7/

£10 sYs=1

. an e

* Chromatogram

REPORT.NO=18 DATA=NIC2.X18 00/10/19 13:06:41

lo

1
Unknowvn
SPD-MGA

* k%

Mk g
FEhl 350mm
404 _
IO PesaTIVE  FEED SHpL€E
Q4616
. 2D
6.796
1 S ' ¢
e — : ‘j é 9
° 2 min
i
Peak Report we* . .
Y.UP PURITY.DOWN  IDNO ~  cCoONc
] e 67ss M3z " 0.9987(0.9962) 0.9968(0.9963) 1 160. 0000
T 37912 T 100.0000

18 - 1/1 00/10/19 13:14:57



10 SYS=1 REPORT.NO=16 DATA=NICZ.Klbo VU/LIU/LY LLia%>ist

tion Factor: 1
+ Unknown
tector : SPD-Mé6RZ
perator H
* Chromatogram **+*
mAbs
Chl 350nm {
40+
BLUND DsATIVE FEED SANQLE
\gqs?s
201 6.791
7.648
0 T % L
) 2 4 6 8
min
* Peak Report *w»*
NO ThNO TIME AREA MK PURITY.UP PORITY.DOWN IDNO CONC
1 1 6.791 211226 0.9889(0.9992) 0.7544(0.9973) 1 99,0990
2 1 7.648 1921 0.9607(0.0000) 0.8912(0.4900) 1 0.9010
' 100.0000

213147

16 - 1/1 00/10/19 12:57:44

]



fion Factor: 1
: Unknown

tor

itor :

“hromatogram ***

: SPD-M6A

¥/

8
‘0T Ch1 350mm 6. pos
PREMIXTURE
50
5.328  6.080
L} - N ' T T
_ , - 6 ‘
0 4 l i
2 . min
Pe i '
X TIME 9es1 (~0.152) 0.9965(0.8309) 3
1 s.328 1232 0. 0.0000
2 ] . 208 0. 5426(0.0000) 0.2439(0.0000) 1 0.0269
3 5-080 1216393 1 0000 (0.9999) 0.9977(0.9778) 1 99.9731
B - S =T 100.0000

g - 1/1

00/10/19 11:48:57
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Annex 2

CANFAS
[Development and Vaiidation of HPLC-methods for the officlal controf of |
1

Subtitle: Task 4 COLLABORATIVE STUDY

Lab-namae:
Contact person:

Date of analysis: !novemuer £D 2uuy

Nicarbazin stock solution ip DMF
Analyte: [ NIEARBAZIN ]
ResuRt
Unltl  (mgkn)
Sample code
2N4R04 - EN48
204571 . 20,92
204575 28
204583 273,53
204587 . 270,7
204634 - 533
204645 | . 12083
204683 - 2127
2046€6 <LOQ
204688 <LOQ]
|
!
5 Result 1 Resutt 2
Unit]  (ma/kg) {ma/ka}
Sample
Premixture 13693 13673

--------------------------------

Nicarbizin stock s‘elwﬁcﬁ Fi‘ffﬂn{ in DMF

et



CANFAS

.............................

....................................................
.................

--------------

.......

Task 4 COLLABORATIVE STUDY

Subtitle:
Lab-name:
Contact person: e-mail;
fax:
telephone:
Date of analysis: November 25, 2000
Analyte: | NICARBAZIN _|
"Resuit
Unit (mgrkg)
Sample code
204504 75,78
204571 4311
204575 41,94
204583 160,14
204587 - 351,27
204634 80,31
204645 168,51
204683 361,37
204686 ~ heg
204688 negj
Result 1 Resuit 2
Unit|  (mg/kg) (mgikg)
Sample
Premixture 21297 21633

L':'(CII’CL’U

—in sk slwtion prépored acerdng o the mefthad!



22/03

'01 10:86 FAX 079 275040 IST ZOGPROFIL SS Zoot

20

CANFAS COLLABORATIVE STUDIES OCTOBER 2000 - NICARBAZIN
Annex 4 - Questionnalre —
Date(s) of analysis: J5/ J-J./..BOOO ........................................................................
Dilution factor of the samnles: )
» Feed samples (spevily for which feed samples): .Po&&g 35-‘1.’6.4'*5/49453’ 2¢ J'e JJ
[ Prﬂmﬁ.lrﬂ ....-.4&--':.49-9" -------------------------------------------------------------------------------- qresananens
Chramaragraphic conditians:
e Column:

o N As described in the method

« @Cther: Hﬁﬂ*&ﬂnneﬁ“md—‘:ﬁ*’w*@ ...... .5/}'”‘.. .............
» Mobile phase:

s [{As described in the method

@ O OBIBI ereairrriveerenerereeranensassanssertorastttttetessnvenssattoarsnnrts veesesaniner R T

o Flowsats; .4 202 mi/min

» Injection volume: 2.
« Retention ime of nicarbazin: ?.93. min

Hiegse I

LNromalqerafmis ;
= Blind positive feed samples
« Biind blank faarl sample

«  Premixlure

Ploase indicate the nicerbazin peak wigh sn sirow

Rocovery recufts:

o Percentage recovery: 408 %

o Single / duplicate determinations: 11 single W duplicate

« Y duplicate, please glve both percentages: 5% ¥ andl.%‘l%
a Spiking laval: 48 ma/kg



pRErFRE . \A;.La.uhu& \l.\-l-l\ulﬂ\l'\-l-l.ll a“‘np*g Name { ‘Ui:'{* o
- —————— L

——
T e e em e v gmw

g g e T T T D o T T S S e S et

AR AaECENoESS RS REET -
In;c:bi:n-D:t: : 11/2s5/200U 2:17:50 PM Seq. Line : 5 7
Samnl e Name : 204871 54 Vég% ! f

Acq. Operator i €7 Ini Volume : 20 ul

¢ : \HPCHEM\ 1\METHODS\RIKILT .M
ey ’.fﬁiﬁ‘g’é‘a . 11)24/2000 10:51:02 AM by ea
Analyesio Methed : C: \EPCHEM\ 1 \M T HODS\RIKILTLO . M

Last changed ¢ %iiﬁ?éi:ﬁ"a%i;f{iidiﬁg?" e
Ricarhasdy s TS FRLTEIROWEE] }
MAU
10
-
.
-
g .
8 /
1né ' g
] ‘/\_AA/\__ /\ ' B

e — - .,_-_-..—.--g_—-—--u_—-:----:..-----:m---u‘-’..:u-----_--_a..-‘.::-
P31 T L L ] o == T
o e A Do a0 R B O I 5 T ‘

e ¥ 11
R s o
-===,--==---f—u.——_-—

icgnal
?i??z/zooo 11:35:18 AM

Sorted By . ;
alib. Data Modified : 175000
Gltipller . 1.0000
Dilution :

q19315044 Raf—ESO,BO

Signal 1: DAD1 A,
amt/Area Amount Grp Narme

Ret.Ti TYD Area iy
i St v - s U S N —.
~-;-5.; 55_--.[-_;;-;;405 1,05059e-2 1.08972 Nicarbazin
N 1.088672
Totals :
integrator! L
Results ob:ained With BEE5§SE§---==ﬂ---H-:-ffT‘--"--=“' . - mEmA.

——'ﬂﬂ----i-——*** End of Repor

ANCE s EERmgES ST

Page 1 of 1L
M aR
Mtrumenr 1 1i1/27/40U0 12:46:37 P

‘i.oES/Ay:t_‘—_‘f_"“'L: 42.'15/-?}3/-.
2.526 Y



file:///HPCHEM/l/MBTHODS/RIKILT.M

e i s VELEWERENY | 4 \MALA\KLKLLIARIKNOVI1.D Sample Nawe: 204646 75

Injection Date : 11/25/2000 3:25:20 PM Seq. Line : 11

Sample Name : 301886 75 vial : 11

Acqg. Operator : ea Inj 1
Inj Vvolums : 20 ul

C:\HPCHEM\ 1\METHODS\RIKILT.™
11/24/2000 10:51:02 AM by ea
€: \HPCHEM\ L \METHODS\RIKILTHI.M
11/22/2000 4:48:33 M by ea

Acg. Method
Last chaugead
Analygie Method
Last changed

Nicarbazin .
“DADA R, Sign350,4 Raf=650,80 (RIOLTRIKNGYIT.0]
mALU j ﬁ
'm_ -*
m_
S0
]
@ ..
20
] B
N
104 E
SWLE g 3 ¥ 2
0d— —o E N G, S A I
————— ') p—— — - —— — ) p— — o]
L 0 1 2 3 4 5 1 7 ¥ i

LR 1 T —+ §F P43 }— F 4 —1 1 4 +F P 1 1T 3§ +4 ¥ ;33 L +—+ 0 231 3 J—F F 1 J-4 7 T 57 T 0 b b I T T T 1 | Prasepwy J [ J

External Standard Report

A T T eyl T T T e B TR R W R TR T SR S O T M T TR I A I T S S R T T T O ey S

Sorted By : Signal
Calib. Data Modified : 11/22/2000 4:45:48 M
Multiplier : 1.0000
’Dilution : 1.0000
Signal 1: DAD1 A, Sig-+350,4 Ref=550,80
RetTime Type Area Amt/Area Amomt Grp Name
[ratss) l (mAU*s] | , (ug/wL] |
7.142 - - NICARBAZIN )
Totals : 0.00000

Results obtained with enhanced integrator!
1 Warnings or Brrors :

Warning : Calibrated compound{s) not found
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Data File C:\HPCHEM\1\DATA\RIKILT\RIKNOVOS.D

Samplo Name: 20468) 31

e T T O 0 0 0 o Y O O o0 A O A b 2’

Injection Date : 11/25/3000 4:29:06 PM Seg. Line 1 6
Sampla Name 1 304683 J1 Vi;% . :

: e [
Acg, Operator : en \ — tng volnd ! 20w
Acg. Method C: \HPCHEM\ 1\METHODS LT.M
Lugt changed 11/24/2000 10:51:02 AM by ea

C=\HPCHEH\L\METHBDS\RIKILTHI.M
11/22/3000 4:48:33 FM by ea
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Sorted Ry '
Calib. Data Modified :
n . 1.0000
@ itiplier : 1.0000
1lurion 3

Sigmal 1: DAD1 A, Sige-150,4 Ref=550,80
Amount Grp Name

Area Amt /Area (oa/mL]

T
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Exte l o e e T R T 0 0 i R 0 e e TN e S

[min] (maU*a]l . et e Eieiiniptutiani ity
ilees'mm U na 73093 i.5i68le-2  4.04133 NICARBAZIN
. 4,04193
otals
\ ntegrator!
Resulta obtained with enhiﬁs:gui---§===n----'==="“'"'“=="-""==-
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Injection Date : 11/27/2000 12:20:21 PM Seqg. Line : 1

Sample Name : ,aremnc yre dil 1'tiooe Vial : 5

Acg. Operator : ea Inj : 1 2¢
Inj Voluma : 20 ul

Acg. Method : C:\HPCHEM\1\METHODS\RIKILT.M

Last changed : 11/24/2000 10:51:02 AM by ea

Analysis Method : C:\HPCHEM\1\METHODS\RIKILTLO.M
Last changed : 11/22/2000 4:21:38 PM by ea

—BAB} A, Sigu356,4 ReT=EE555 (KL M\RIKNOVI.0)
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u- o
*

1-? k
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.‘6 -1—1|——-——r..érﬁ i'...i.--ri-v..é '..-}...ré_—m
T “-E;Eernal Stand;;a-igport - -
Sorted By : Bignal
Calib. Data Modified : - 11/22/2060 11:35:18 AM
@Mulciplier : 1.6000
Dilution : 1.0000

Bignal 1: DAD1 A, Sig=350,4 Ref=550,80

RetTime Type Area Amt /ATrea Amount Grp Name
[min] [mAU*s] [ug/mL]
7.058 BB 57.69089 1.85058e-2 1.06762 Nicarbazin i
Totals : 1.06762

Results obtalned with enhanced integrator!

o ETETwEslNEBE R . SRR R NI s T I S S NP ENERE ST T -

**+ End of Report *+v
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CANFAS

..............................................................................................................

Development and Validation of HPLC-methods for the official control
Coccndlostats and Antibiotics used as Feed Additives {(SMT4-CT98-2;

Subtitle: Task 4 COLLABORATIVE STUDY

Lab-name:

Contact person: e-mail:
fax:
telephone:

Date of analysis:

Analyte: | NICARBAZIN |

Resdlt
Unit] _(mg/kg) |
Sample code
214503 S 2516
214516 |l 218
214526 D,ON.D.
214531 o I -
214577 A
214580 0,0 N.O.
214606 _ ] 1188
214663 B 448
214673 N _ 122
214684 2522
Result 1 Result 2
Unit] {mg/kg) (mg/kg)
Sample
Premixture 9342 9461

Annex 2



CANFAS COLLABORATIVE STUDIES OCTOBER 2000 - NICARBAZIN

Annex 4 - Questionnaire

Date(s) of analysis:

Diti _

« Feed samples (specify for which feed SampIES): «..ovvviiiiniiiiii e

*  Premixture; ...... 5.

Chromatographic conditions:

*  Column:

e 0 As described in the method ,
. merSUPGLCO&(,LC/{ggSC-uXQ,Gu.w(EIAM)
Mobile phase: T Subel GuU ﬁ.ﬁh LC AL

o X(As described in the method

0 D ONOF: ueeneireresnneneriressarersssaasaanrsatsnsnarsrnsanss
Flow-rate: .......7...... mi/min

[ ]
* Injection volume: ..2%...ul :F
* Retention time of nicarbazin: .:..=... min

hromatograms: Please In
Blind positive feed samples

Blind blank feed sample

*  Premixture

Flease indicate the nicarbazin peak with an arrow

Becovery resuits:
¢  Percentage recovery:/:(.(?:?. %
Single / duplicate determinations: fsingle O duplicate

If duplicate, please give both percentages: ...... % and

*  Spiking level: xbé me/kg

.......
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- ‘\$ample Name: 5H2¢

ction Date : 02/11/2000 19. 16 18 Seq Line : 12 - . i
ample Name + 526 - . ~vial oz .9
”*Eoperator ;'3 . - Inj : 1.°
: Fo g Inj Volume ,:- 20 ul
'Acq. ‘Method - . C: \HPCHEM\z\METODI\CANFNICA;M ‘
Last changed Lo 07/07/2000 '15.25.45. re
Analysis Method : C: \HPCHEM\Z\METODI\CANFNICA M
Last. changed : 03/11/2000 14.12.51. .
- {modified af!:er 1oad1ng)
- DADlA.WRM(CANFNm-D) :
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5] h
© i
75
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' " External Standard Report’
. “==========é========:====-—1===7:'—"========================================
rted By : Slgnal )
ib. Data’ Modifled : 03/11/2000 13.54. 31
Multiplier e 1.0000
Dilutlon i1.0000
Signal 1: DADl A, Sig=355 8 Ref=off
Ret'rime _Type Area  Amt/Area - Amount Grp Name
fminl] ~* . - [mAU*s] [ng/inj)
7.328 - - - NICA-nicarbazina
Totals : T 0.00000 |
Results obtalned ‘with enhanced integratort
1 Warnings or. Errors .
Warning : Calibrated compound (s) 'hot found -
iode Array 03/11/2000 14.26.39 - " page 1 of
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-Analysis Method : c:\npcnxm\z\fnggﬂgl M
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‘Dilution- :

Signal 1: DADL A, Sig=355,8 Ref=off

-=================- IR 1 £ T-1 1 % % TN

gignal e
03???/2000 13.54.31

Type Amount - Grp Name'
. Area amt/Area e 7 .
R?:‘E;?e - [mAU*s] . ,513?{?_121 ---------------------
------- t---“--l----P----- 1. 129e-1 59.36477 NICA'niQarbazina

7.356 BB '329.56863 1.80129€ ;
T ’ | : ' 59.36477
Otals = L

. od witk integrator! ‘ -
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.tT FiTe C: \HPCHEM\2\CROMAT\CANFNICZ\PREHI ATB\' ... sample Name: premx-2 |
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o A T ' ' © . Inj:Volume 20 p1
.Acq. Method, e \HPCHEM\2\METODI\CANENICA M - R
Last changed .. : 07/07/2000 15.25.45 by .
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Last changed ..t 03/11/2000 14.51.15
- {(modified after loadlng) -
] mmt&S&ﬁ%ﬁndnﬂamunmnwnankm
mau] - : : e ap
] B §¢§¢P
w00 -
1 '
300 N
200
1m-’ . - ) . -l | . . | ) . , .;l
‘o‘r.: r ‘,J,JL, — ._::
0 25 8 75 _10 125 15 475 qm

===_==z-z===‘=====Bﬂ==28=-==========-========8=====B=gﬂg==='==_===.-t== Lt

External Standard Report

Sorted By : Slgnal '
‘!ﬁllb Data Modlfied : 03/11/2000 13. 54 31
ltiplier - , : . 1.0000 :
Dilution : 1.0000

Signal 1: DAD1 A, Sig=355,8 Ref=off

RetTime 'Type - Area Amt/Area  Amoutt  Grp Name
[min] : [mAU*B] , ~ [ng/inj)

7.387 MM “6206T33936 178428l TTOPTTIOZSD NICA-nicarbazina
- gsos ﬂaﬂue- 438

. Totals : 1107.38280
Results obtained with. enhanced 1ntegrator!

r

lode Array 03/11/2000 14.51.17 ‘page 1 of 2
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Annex 2

CANFAS

Development and Validation of HPLC-methods for the official control of
Coccidiostats and Antibiotics used as Feed Additives (SMT4-CT98-2216)

Subtitle: Task 4 COLLABORATIVE STUDY
Lab-name:
Contact person: e-mail:
fax:
telephone:
Date of analysis:
Analyte: | NICARBAZIN ]
Result
Unit (mg/kg)
Sample code
234510 <593
234524 - 44,25
234525 29,91
234547 241,03
234552 21,08
234582 100,32
234596 <593
234598 118,18
234607 39,73
234652 260,78
Result 1 Result 2
Unit {mg/kg) {ma/kg)
Sample
Premixture 1,06 0,99
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Annex 2

CANFAS

Development and Validation of HPLC-methods for the official control of

Subtitle: Task 4 COLLABORATIVE STUDY
Lab-name:
Contact person: e-mail:
telephone:
Date of analysis:
Analyte: | NICARBAZIN |
Result
Unitl _ (mg/kg)
Sample code
244505 48,4
244513 11,8
244528 108,8
244533 biank
244550 229
244578 26438
244586 228
244619 blank
244622 26853
244630 50,2
Result 1 Result 2
Unit {mg/kg) {mg/kg)
Sample
Premixture 12728 12968




CANFAS COLLABORATIVE STUDIES OCTOBER 2000 - NICARBAZIN

Annex 4 - Questionnaire

B

e Premixture: ......... LI A ................................................. ’
. Chromat hi —
¢ Column:
e O As described in the method .
. goter: ... 250 bt Spe .
+ Mobile phase: R
« prAs described in the methad
B 1 T

Flowsate: ..ecotoeveee.. mi/min

L ]
o Injection volume: ...4 L.
» Retention time of nicarbazin: "’53 min

«  Blind positive feed samples
¢ Blind blank feed sample

e Premixture
Please indicate the nicarbazin peak with an arrow

Recovery resufts:
v Percentage recovery: 102, % (aeerag b

Single / duplicate determinations: O single A duplicate
79..% and f21.%

f duplicate, please give both percentages:
Spiking level: ..792... me/Kg
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(N’car’-se,x_u)
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0 0 0 0]
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{0 - i - 1941
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$T.237
of | !
Area Percent Report
>ata File Name : C: \HPCHEM\I\DATA\DACS\CANFASl9 D
Jperator : Page Number ¢ 1
instrument : ISOCRATIC Vial Number .
jample Name : Injection Number :
wn Time Bar Code: Sequence Line :
Acquired on H 20 oct 90 05:13 PM .Instrument Meuhnd; bl'ﬁH e
3ig. 1 in C:\HPCHEM\1\DATA\DACS\CANFAS1S.H , ,
Pk# Ret Time Area Height Tvpe Width Area %
——— | m——scam——— R el Kkt bl e ad UL LN Bl P N R LR |
1 1.991 351170 16171 BV 0.278 89.3179
2 2.695 33941 i570 vv 0.291 8.6328
3 3.237 8057 498 VB 0.216 2.0493
rotal area = 393168



file:///HPCHEM/1/DATA/DACS/CANFAS19
file://C:/HPCHEM/1/DATA/DACS/CANFAG13

b.'
e Eg
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Sanple v 244538
{f\fn'ceur&duth )
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0 g 0 0
"
/ Micar éa 2

@'} = - 6267 -

Ve .
External Standard Report
E.-.‘-‘-h .
Datg . C:\HPCHEM\1\DATA\DACS\CANFAS17.D
3Pera£i§e Name : €\ Page Number : 1
JNStrument : ISOCRATIC Vial Number :
~ample Name : Injection Number :
Run Time Bar code: Sequence Line :
"‘Cquired on s 20 Oct 90 04:58 PM Instrument Method: FURAN . MTH
‘port Created on: 20 OCt 90 05:06 PM Analysis Method : FURAN.MTH
tast Recalib on : 20 Oct 90 04:08 PM Sample Amount . : ¢
Witiplier 1 ISTD Amount :
N i S\CANFAS17.D
1 : 1\DATA\DAC
'Te im;n c \ﬁ’ggm\ \Type width Ref# ng/ul Name
5.-"2-;; ------ 55;555 l;l; 0.161 1 6.622 nicarbazin
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V] f2.156
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® 0 ;J_ 6.340
gt
External Standard Report
)
>ata File Nanme : C:\HPCHEM\ 1\DATA\DACS\CANFAS28.D
Jperator : ' Page Number 21
[nstrument : ISOCRATIC - Vial Number :
ample Name : Injection Number :
un Time Bar Code: Sequence Line : ,
\cquired on : 20 Oct 90 06:27 PM Instrument Method: FURAN.MTH
eport Created on: 20 Oct 90 06:37 PM Analysis Method : FURAN.MTH-
,ast Recalib on : 20 Oct 90 04:08 PM Sample Amount : 0
: 1 : ISTD amount :

fultiplier

]

0.160 1

6.340 200550 BB

i@ 1 in C:\HPCHEM\1\DATA\DACS\CANFAS28.D
et Time - Area Type Width Reff# ng/ul

‘Nanme

6.484 nicarbazin
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Annex 2

CANFAS

Development and Validation of HPLC-methods for the official control of
Coccidiostats and Antibiotics used as Feed Additives (SMT4-CT98-2216)

Subtitle: Task 4 COLLABORATIVE STUDY

Lab-name:

Contact person: e-mail;
fax:
telephone:

Date of analysis:

Analyte: [ NICARBAZIN _ 1

Result
Unit (mgfka)
Sampie code
254527 . ..nd
254536 o _...20,01
254540 100,01
254551 i .. nd
254554 - 285,90
254602 _ 208,80
254658 L , 36,35
254659 S 100,00
254685 | 2000
254689 © 35,91
Result 1 Result 2
Unitf  (mg/kg) (mgfkg)
Sample
Premixture 139800 13900




CANFAS COLLABORATIVE STUDIES OCTOBER 2000 - NICARBAZIN

Annex 4 - Questionnaire

Date{s) of analysis: NN DO s

Dilti ]
s Feed samples (specify for which feed samples): .........cccoocce......
o Premixture: ....... T899 oo

ch I hi itions:
s Column:

& As described in the method
0 (T OBNEIT orereeveseseeessrainessssatstabssrabe s sae e a b st an e e e

» Mobile phase:
® As described in the method

o DOther: .....oceeunvmscanas
Flowrate: ’1 ml/min

» Injection volume: ..Z&....ul
»  Retention time of nicarbazin: %2, min

= Blind positive feed samples
* Blind blank feed sample

= Premixture
Please indicate the nicarbazin peak with an arrow

Recovery resuits:
s Percentage recovery. 814

Single / duplicate determinations: & single D duplicate
..%and....%

if duplicate, please give both percentages: ...

*  Spiking level: ...29... mg/kg
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Annex 2

CANFAS

........................................................................................................................

Development and Validation of HPLC-methods for the official control of
Cocmd iostats and Antibiotics used as Feed Additives (SMT4-CT98-2216)

.......................................................................................................................

Subtitle: Task 4 COLLABORATIVE STUDY

Lab-name:

Contact person: e-mail:
fax:
telephone:

Date of analysis:

Analyte: f ‘NICARBAZIN |
Result
Unit {marke)
Sample code
264518 o , Or
264529 23,8
264537 o op. ... 883
264544 k . 115
264555 i, 342
264566 .9
264603 o , - 204
264648 U o388
264664 L L 48
264679 128
Result 1 Result 2
Unit (mg/kg) {mg/kg)
Sample
Premixture 11833 13462




CANFAS COLLABORATIVE STUDIES OCTOBER 2000 - NICARBAZIN

Annex 4 - Questionnaire

Date(s) of analysis: 2'3’“{00 rstansee et st r et e teanyes

REHESS . 2 S4E. x 2

..............

----------------------------------------------------------------------------------------------------------
---------

*  Premixture: ........4\.

Ch : hi itions:
e Column:

o [ Other; ... "%
Mobile phase:

0 As described in the method L v
DS 2

[

o @As described in the method

8 OB voereirerernnssssiirenssssenniiirrsesrsnnns
e Flowrate: .....0... ... mi/min

Lo, .

s Injection volume: ... 7%\
Retention time of nicarbazin:?‘.g.. min

iromatograms: [
Blind positive feed samples
Blind blank feed sample

¢  Premixture
Please indicate the nicarbazin peak with an arrow

Recavery results:
* Percentage recovery: /ol %

s Single / duplicate determinations: w/éingle O duplicate
% oand....... %

e I duplicate, please give both percentages: ...
e Spiking level: SO meike



Chromatogram LD PosTIVE
AU N NICARBO0112014_350.CH1

&
o
£

2.5E+04 S
=

2.0E+04 !

1.56+04 .

'
1.08+04 o
2 ji
£ 58 g
L-K ©
5.0E+03 £ § 5
g 2 & 8
5§ 5 £ £
2 A_3\_3 e ,
0.0E+00 5.00 10.00 15.00 20.00 25.00 30.00 M

File name : NICARB0112014_350.CH1

Info :

a3009168

Wavelength = 350 [nm]

Tacc [Sec] = 0.80 Wace [nm] = 4.0
Autozero [min] : 0.00

Vial # = 7 Rack # = 0

Injection Date : l-Dec-2000 18:42:52
Curr. bate ; 19-Dec-2000 12:48:46
User : KL

Group : NICARB

Control Method :

# Name RT Height (uAU] Area[ulAl. Sec]} $Area

1 2.373 4396 65179,292 11.84
2 2.600 2907 32034.534 5.82
3 2.893 1609 18418.806 3.35
4 3.133 1427 36406.442 6.61
5 3.760 842 10778.100 1.96
6 5.080 1366 47420.783 g.61
7 6.293 77 11153.854 2.03
8 NICARB 6.827 29779 322960.570 58.66
9 8.093 279 6189.412 1.12

Total Area of Peak = 550541.792 [uAU.Sec]

19-Dac-2000 12:48:46,KL,Page N* 1/1
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Chromatogram enix
r.mu R NICARBO112027_350.CH1

“wo

2.0E+04 o
i
=z

1.5E+04
i

1.06+04
!
!

5.0E+03 K
I
i .

0.0E+00 ‘ 50 10.00 15.00 20.00 2500

File name : WICARBO112027_350.CH1

Info
23009174z

Wavelength = 350 [nn] 0
Tacc [Sec] = 0.80 wacc [nm} = 4.
Autozero [min] : G.00

Vial # = 9 Rack # = 0
Injection Date : 2-pec-2000  1:20:04
Curr. Date : 19-Dec—2000 12:47:40
User : KL

Group : NICARB

Control Methed :
Area[uAU. Sec] tArea

AT Height [uAUl
230900.1583 100.00

# Name
22083

1  NICARB 6.773

Total Area of Peak = 230900.153 [uAU. Sec]

©-2000 12:47:38 KL ,Page N* 1/1



File Name :D:\BART_DATA\nicarb\NICARB2311023.DA1
Acquisition Date :24 Nov 2000 at 04:28:32 AM +00:00 GMT
Operator Name :
Acquisition Yime [min] :30.00
Tacc {Sec] =0.80 Wacc [nm] =4.0
Wavelength Range (250-450 nm)
Autozero [min] :0.00
Info :
23009164

Bramic €2

Absorbag:e [mAU)

o .____._._.J; e — 350 [nm]
[ 10 20 30
Time [min]
Quantitative Analysis Report
Sample Type :Unknown
Quantitation By :Height
# | PamkName | Rt | WL Aren Height | NPiates | Quantity
fmin] | {om] [ ImAU.Sec] | [mAL]
g
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Annex 2

CANFAS

Development and Validation of HPLC-methods for the official control of
Coccidiostats and Antibiotics used as Feed Additives (SMT4-CT98-2216)

Subtitle: Task 4 COLLABORATIVE STUDY

Lab-name:

Contact person: e-mail:
fax:
telephone;

Date of analysis:

Analyte: l NICARBAZIN |
Result
Uit {mgrkg)
Sample code
274511 _ 20,03
274530 o not detectable
274548 42,88
274556 N o 2005
274558 o B not detectable
274569 B N 114,67
274618 252,95
274623 119,21
274860 e e HA4B
274681 260,99
Result 1 Result 2
Unitf  (mg/kg) (markg)
Sample
Premixture 11698 11458




CANFAS COLLABORATIVE STUDIES OCTOBER 2000 - NICARBAZIN

Annex 4 - Questionnaire

Date(s) of analysis: ....16.10.:..2..20.,.20.2000 i,

Dildtion § .
t£=. 2,500, 274618 and 274891 else

Feed samples (specify for which feed samples):
f = 1 sssnnIn

-----------------------------------

¢ Premixture: ...

Chromatograghi ifions:
but sccording to the catslogue of the firm

*  Column: Wat h ticl
aters e ar
W(As described in the method particle size offhe rescteq
5111‘35 1" NDVE -Pak columns s always 4/""

o OOHher: cvvevveisnenirnniensnnnns
Jn dlameter

»  Mobile phase: .
MWAs described in the method
0 D OMEE +eveencecaresscermessssssnte s e bbbttt et s
o Flowrate: ......1,.0.... mi/min
« Injection volume: .28.....u
e Retention time of nicarbazin: ..%.+.1 min

» Blind positive feed samples
* Blind blank feed sample

e  Premixture
Please imdicate the nicarbazin peak with an arrow

Recovery results;
e Percentage recovery; .n.> 6 /o
» Single / duplicate determinations: )(single O duplicate
L% and ... %

If duplicate, please give both percentages
»  Spiking level: ..1.00... mg/kg
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Annex 2

CANFAS

Development and Validation of HPLC-methods for the official control of
Coccldnostats and Antibiotics used as Feed Additives (SMT4-CT98-2216)

...........................................................................................................................

Subtitle: Task 4 COLLABORATIVE STUDY

Lab-name:

Contact person: e-mail:
fax:
telephone:

Date of analysis:

Analyte: | NICARBAZIN i
Resuit
Unit (ma/kg)
Sample code
204530 . o210
204594 .0
294612 _ 2480
294614 _ i 0
294624 o 1ees
294628 - 481
204629 - 12558
204644 . ] o230
204646 ... 458
294650 253,5
Resutt 1 Resuit 2
Unit (markg) {moa/kg)
Sampile
Premixture 11220,0 10199,4




CANFAS COLLABORATIVE STUDIES OCTOBER 2000 - NICARBAZIN

Annex 4 - Questionnaire

Date(s) of analysis: ...... (AT IR O R X X T o S

Dilti _

e  Feed samples (specify for which feed SAMPIES): w.....ccerereerccenmennrunnesineensannen,

--------------------------------------------------------------------------------------------------------------

0 PrEMHKIUIE: vueersesseeessasssrssssssssstsansassssasssoessiorttnseesaseassssantissssssnnessnsrnsnnsos

Chromatographic conditions: -

-----------------

--------------------

¢  Column:

e O As described in the method ,

. Other: ....l.‘.’.?.m.fo:.clc....f....?l.?..‘?...).(..?.’a.€..(?."m...:..(i’.l.b?..?.‘....ﬁ’éﬁ—, ____________
e Mabile phase; /

o HAs described in the method

D .1 = £ T P PO
o Flowrate: ..... -{.}" mi/min

Iiromatograms..
Blind positive feed samples
Blind blank feed sample

o  Premixture
Please indicate the nicarbazin peak with an arrow

Becovery results:
» Percentage recovery: ..... % |
Single / duplicate determinations: O single drduplicate

« I duplicate, please give both percentages: ¥7. % andl03.5 %
Spiking level: ...Jn2€ mg/ke



nicarbazina relatério Report

Reported by User.  System

Project Name;  Nicarbazina

SAMPLE INFORMATION
Sample Name: nicarbazina 612l Acaquired By: System
Sample Type: Unknown Date Acquired: Z7-11-2000 194221
Vial: Acq. Method Set instrumental nicarbezina
Iniection #: 1 Date Processed: 28-11-2000 11:53:35
injection Volume: 20,00 ul Processing Method: process nicarbazina?7?_11
Run Time: 8,0 Minutes Channel Name: WAIn Cht
Sample Set Name: nicarbezina sample set Proc. Chnl. Descr.:  PDA 3550 nm
Auto-Scaled Chromatogram
0,10
]
4
0,08
1
- 0,061 =
2 ]
0.04:
0.02]
0, Ja
T100 200 300 ‘400 500 " 600 T 700 800
Mnutes
Paak Results
Name RT Area Height | Amount | Units
1 | nicarbazina | 4,592 | 1536892 ] 111218 | 156,500 | ug/m ( 248 ”’8 /kb)
Repori Method: nicarbazina relatério Printed 11:08:03  05-12-2000 Page: 10f1




nicarbazina relatério Report

Project Name: Nicarbazina

Report Method: nicarbazina relatono

Reported by User.  System
SAMPLE INFORMATION
Sample Name: nicarbazina 584 Acauired By: Systemn
Sample Type: Unknown Date Acquired: 30-11-2000 13:19:07
Vial: 28 Acg. Method Set  instrumental hicarbazina
injection #: 1 Dete Processed:  30-11-2000 14:28:31
Injection Volume: 20,00 ul Processing Method: process nicarbazina2? 11
Run Time: 8,0 Minutes Channet Name: Wain Ot -
Sample Set Name: nicarbazina sample set Proc. Chnl. Descr.:  PDA 3550 nen
Auto-Scaled Chromatogram
o0
a,
0,
0,040
o p
<« ]
0,030
0,020]
0,010 §
3 b3
] o
0,000 FANLEY A Y
. T T T T ¥
ko "200 a0 400 500 AT
1,00 " 700 8.00
Paak Rasults
1 4,169 | 5862 | 578
2 | nicarbazine | 4,504 -
Printed 11:06:18  05-12-2000 Page: 1 of 1



nicarbazina relatério Report

Reported by User:  System

Project Name: Nicarbazina

°j

SAMPLE INFORMATION

Sample Name: nicarbezina pré mistura | Acquired By: System
Sample Type: Unknown Date Acquired: 27-11-2000 224549
Vial: 18 Acq. Method Set: instrumental nicarbazina
Injection #: 1 Date Processead: 28-11-2000 11:53:44
Injection Volume: 20,00 ul Processing Method:  process nicarbazina??_11
Run Time: 8,0 Minutes ‘ Channel Name: WAin Ch1
Sample Set Name: nicarbazina sample set Proc. Chnl. Descr.:  PDA 3550 nm
Auto-Scaled Chromatogram
0,40
0135%
030
3
026
] [ =
2 0207
048]
0,101
0,05
0007 — , : N & :
1,00 2,00 3,00 400 5,00 8,00 7,00 8,00
Mnutes
Peak Results
Name RT | Area | Height | Amount | Units
1 | nicarbazina | 4,511 | 5455865 | 403032 | 56,100 | ug/m
Repoit Method: nicarbazina relatério Printed 11:06:31  05-12-2000 Page: 1of1
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Annex 2

CANFAS

.............................................................................................................................

Subtitle: Task 4 COLLABORATIVE STUDY

Lab-name:

Contact person: e-mail;
fax:
telephone:

Date of analysis:

Analyte: | . NICARBAZIN |
~ Result
Unit (mg/kg}
Sample code
304521 U o148
304532 24
304562 ' . - 261
304563 S o2
304568 98
304584 120
304589 L N P
304626 o 4B
304667 <3
304682 274
Resuit 1 Result 2
) Unit (mg/kg) {mg/kg)
Sample
Premixture 11920 12000}




CANFAS COLLABORATIVE STUDIES OCTOBER 2000 - NICARBAZIN

~Annex 4 - Questionnaire
V - 4 e : - - s
Jo

B TN

Date(s} of analysis: ..... wAALRAELAR o wreessnt s ansasnir v bacranas S ,

- Feed sampies {specify for which feed samples): .Saxa e\ es.. A0.4.56.2 aud. A06ER 2.

.&,S%{—@,dugm[.ﬁ)wn-ﬁm"l“nﬁﬁml ..............................
o Premixture: “‘2‘.5.5..*—&._fd-o.n.MI.u.f-'}lG.ﬂ ..... z».tul....‘f'p...ﬁn.m.l ............

Chromstographic conditions:

o  Column;

¢ JAs described in the method

O 01 PV O O PP PP T T e T O

» Mobile phese:
« “M.As described in the method i
@ [ OHIBTD vorernasessassmsstsrosarmssessasissssssnesssisassssse it inessstonsesaeses e e et ssensestonssossenesonee " .
s Flowrate: .« E2..... mifmin
o Injection volume: 2o..u
»  Retention time of nicarbazin: £.».8. min

‘R

AL

nrematorrs 0 ¢
s Blind positive feed sampies
» Blind blank feed sample

s Premixture
Flease indicate the micsrbazi peek with & &Tow

Recovery resulfs:

+ Percentage r.covery:m:zi‘

v Single / duplicate determinations: Ksingle O duplicate

v If duplicate, please give both percentages: «.... % and ..ov.. %

Splking jevel: A.0.4.. mg/ke
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Annex 2

CANFAS

Development and Validation of HPLC-methods for the official control of

Coccidiostats and Antibiotics used as Feed Additives (SMT4-CT98-2216)

Subtitle: Task 4 COLLABORATIVE STUDY

Lab-name:

Contact person: e-mail:
fax;
telephone:

Date of analysis:

Analyte: | NICARBAZIN |
Result
Unit (mou/ka)
Sample code
314570 117
314590 20,6
314585 49,4
314599 266
314608 14
314613 455
314635 231
314636 270
314661 1,5
314680 115
Result 1 Result 2
Unit (mygrkg) (molkg)
Sample
Premixture 10200 11010




CANFAS COLLABORATIVE STUDIES OCTOBER 2000 - NICARBAZIN

Annex 4 - Questionnaire

LaDOFALONY: 1vveereseivorssssesssarssmsssnssnsassasssssonsinnissins v
COPMaCE DB SO sttt
Date(s) of analysis: ..o A A0I2GH et iiierinniaens vt
e Feed samples {specify for which feed samplesk: ..... dodalide oo,
o Premixture: ..umd«l&vﬁ&d..};...z.:my...7..{.’.«&(4’.&.@:@&1\:...(«m.w;.,._ﬁ %“Jmm th& .
i - ol LUNCER Qlvn

Chromatographic conditions:
»  Column: '

e 0 As described in the method

5 Other: ... (31 0k b L RO Krdy 8O0 ...

.
» Mobile phase:

e i As described in the method
‘ o [ OHBE covsriserecosssensssnasssniarasntss s shd e e mh L s
o Flowsate: ..ot e
o Injection volume: ....2 [T |
o Retention time of nicarbazin: .Ft.. min

Nromaiog 35
Blind positive feed sarmples
Blind biank feed sample

»  Prembdure
Please indcate the micarbazin peak wiifs an arrow

Recovery resuits:
o Percentage recovery. .u@.r. %
Single / duplicate determinations: O single ¥ duplicate
% and ﬂ.ﬁ. %

[ ]
« If duplicate, please give both percentages: 8%
e Spiking level: .4 %8 .. me/\g



Page 1 of 1

Softwars Version : 6.1.1.0.0:K20 Date : 10/26/00 6:57:35 PM
Sample Name  : 00-21052 Data Acquisition Time : 10/26/00 6:42:28 PM P
Instrument Name : HPLC-3 Channel DA {
Rack/Vial : 0/0 Operator : :
Sample Amount : 1.000000 Dilution Factor : 1.000000
Cycle 112
Result File : \\rik004s\TCdata\kb residue\HPLC-3\nic canfas 251000-012.rst
Sequence File : Wik004s\TCdata\KB Residus\HPLC-3\nicarbazin canfas 251000.seq
g ® S
79 T
145—]
140—]
—]
1365—]
. 130—
R
$ 125—
-
b} —
120—
15—
10—&
3 ¢
—
105—] ! al
® " '
z
I|II|IHI|II!I|HII|IIII]IIII]IHE]HH[III[]IIII IIHIIIH]HH|Hl|]IIII[HII|Illl]IIII]illllIIHPIH]IHIIIIII’HH|[I||]II|I|I|I||]|I||H|I]IW|
1 2 3 4 5 6 7 8 5 10 1 12 13 14

Time [min)

Nicarbazin CANFAS ringtest

Peak Component Time Area Height
# Name [min] [pvs] [pV]

459 497 50

1
2 Nicarbazin 512 3193 183
3 10.02 101 2%

3791 269

2 ubas


file:////rik004s/TCdata/kb
file:////rik004s/TCdata/KB

Page 1 of 1

Software Version : 6.1.1.0.0:K20 Date L 10/ -40:
Sample Name  : 00-21051 Data Acquisition Time : 10/3238 g;g;g gll\\:
Instrument Name : HPLC-3 Charinel DA '
Rack/Vial : 00 Cperator :

Sample Amount : 1.000000 Dilution Factor : 1.000000

Cycle M

Resuit File : \\rik004s\TCdatalkb residugiHPLC-3\nic car_vfas 251000-011.rst
8quence File : \wik004s\TCdata\KB Residue\HPLC-3\nicarbazin canfas 251000.saq

& 8
T 7

Response [m\}

gm 0 L L L L L e m
”"l”"11'”'l””21"”l"”i””f””l””f”“l' [ Gl l "'m[;mmi l i [ 1L [ 1|'1|||uu1{2|m,ugmlrm‘ummm
Nicarbazin CANFAS ringtest

Peak Component Time Area Height
Name [min] [uv-s] [wW]

1 Nicarbazin 5.00 508643 41755
2 83 131 29

608774 41784



file:////rik004s/TCdata/kb

Page 1 of 2

]

7 8

Time frmin]

2

10

11

Nicarbazin CANFAS ringtest

12

13

Software Version : 6.1.1.0.0:K20 Date : 10/27/00 1:43:40 AM
Sample Name : 00-21058-1 Data Acquisition Time : 10/27/00 1:28:32 AM )
Instrument Name : HPLC-3 Channel P A Ji
Rack/Vial H Operator : :
Sample Amount : 1.000000 Dilution Factor : 1.000000
Cycle 1 36
Result File : \\ik004s\TCdata\kb residue\HPLC-3\nic canfas 251000-036.rst
Sequence File ; \wik004s\TCdata\KB Residue\HPLC-3\nicarbazin canfas 251000.seq
8ae: R 2 g s 2
TTY T 7T T
900——'_E
800——=
=
700-—
£ 3
 I——
g 3
g 500—
400—=
=
300
"3
= ¢
100— LS T TT 17 IRLLEEE
g
Zz
5 14

Peak Component Time Area Height
# Name  [min] [wV-s] [WV]

1 4.33 5410 453
2 473 M7 52
3 Nicarbazin  5.11 5030613 341127
4 7.79 332 23
5 9.55 91 24
] 9.92 48 12
7 12.54 135 25
;] 12.76 83 21
9 13.36 74 18
5037134 341756


file:////rik004s/TCdata/KB

APPENDIX 6

Table with results, questionnaire {page 1} and chromatograms

of partner 32

First results, CANFAS method was not followed (see paragraph 5.1)



CANFAS

Development and Validation of HPLC-methods for the official controf of
Coccidiostats and Antibiotics used as Feed Additives (SMT4-CT98-2216)

Subtitle:
Lab-name:

Contact person:

Date of analysis:

Analyte:

e-mail:
fax:
telephone:
NICARBAZIN ]
~ Result 1 Result 2
Unit (ma/kg) (my/kg)
Sampie code
324506 | 180,28 179,84
324507 8797 . B274
324517 32,75 3378
324561 - 3413 33,36
324576 182,18 177,74
324501 Negative]  Negative
324583 14,30 1345
324625 80,10] 83,26
324640 16,36 12,18
324675 Negative Negative
Result 1 Result 2
Unit]  (mg/kg) (mg/kg)
Sample
Premixture 7642 00 764250




CANFAS COLLABORATIVE STUDIES OCTOBER 2000 - NICARBAZIN

Annex 4 - Questionnaire

Date(s) of analysis: 2000.11.23

Dilution factor of the samples:
324561, 324593, 324625,

* Feed samples (specify for which feed samples). 324507, 324517,
324640 and 324675 - Dil. Factor 100
324506, 324576 and 324591 — Dil. Factor 200

* Premixture: Dil. Factor 4000

Chromatographic conditions:

* Column;

» [ As described in the method
* X[ Other: Waters Symmetry, C18, 5 um, 4.6mmX250mm (Part N° WAT 054215)

* Mobile phase:
+ X As described in the method

* Flow-rate: 1.4 mi/min

* Injection volume: 20 {uL)

Retention time of nicarbazin: 4.61 min

Chromatograms; Please include representativ m ms of:

* Blind positive feed samples

* Blind blank feed sample

* Premixture
Please indicate the nicarbazin peak with an armow

Recovery results:

- Percentage recovery: 98.3 %
* Single/duplicate determinations: O single #duplicate

* If duplicate, please give both percentages: 100.25% and 96.26%
* Spiking level: 100 mg/kg



Data File C:\HPCi

code 324591,

Y B S T BN 53 30 xn Bk ak D e O . L E T ]
Injeccion Date : 11/24/00 3:19:39 kM Seq. Line : 27
Sample Neue : 3245917/ Vial : 27
Acg. Qperator : Inj : 1
Iny Volume : 20 nl
Acg. Method : C:\HPCHEM\ 1\ METHODS\NICARPRAZ M
Last changed : 11/23/00 11:41:15 PH . _
Analy=i=s Mechod : C:\HPCHEM 1\METHODS\LAVZ.H
Last changed t 11/24/00 12:03:20 PE
{modified after '~ading)
DADT A, Sige355.4 1441860 50 (CANFASRINGDO27 D)
mAU ] B
10
}
14
121
10
8
}
.
4]
T s gg
0] b= L
o 1 2 3 ' s
W W T AU P 00 Y S N NS N A 3 D 2 O T R O e

External Standard Report

3 S0 3 3N NN SN NN 2 N 8N 3% 3R 5% 5K 5N BN AN N O AR IR . ---'-'-------ﬂ‘-'.---------------
Sorted By : Signal

Calib. Data Nodified : Friday, November 24, 2000 11:53:03 AM
Multiplier : 1.0000

Dilution : 1.0000

Signal 1: DAD1 A, Sig=355,4 Ref=450, 50

RetTime Type Area Amt/ Ares Amount Grp Name
(min] {mAU*s] (ug/ml)
| e | e -1-- § == ===
4.576 W 3.99061 0.00000 0.00000 Nicarbazin
Totals : 0.00000

Results obtained with enhanced integrator!
1 Warnings or Errors :

Inscrument 1 11/24/00 12:03:21 PN
Page 1 of

file://A:\Nic18.gif 09-01-2001


file://C:/HPCi
file://A:/Nic

Data File C:\HPCHEN\1\DATA\CANFAS\RINGDDZ9.D

code 324593,

Sample Name: 324593/

11/24/00 3:37:35 AM

Injection Date
324593/

Seample Name

Atcl. Operator :

Acg. Method : C:\HPCHEM\ 1\METHODS\NICARBAZ.N

Last changed 11/23/00 11:41:15 PX

Analysis Method C:\HPCHEM) 1\ METHODS LAVZ . B

Last changed 11/24/00 12:03:57 PM ’
{modified after loeding)

LI

Seq. Line : 29

Vial :
injg :
In} Volume :

—BAD1 A Bigeusns 4 Rumas 50 (CANFAS\RING0020.0)

-

460

(PR ¥ 2.4 & 2

p——T ]

o rxcernal Standard Report

i ik D G D N D N N N 0 a2 A A

-------..s--ﬂ'--.-ﬂﬂ----

g:ﬁ;d ::ta Modified ?:gg-;gr, Novenber 24, 2000 11:53:03 aM
: 1.

Dilurion . 10000

Signal 1: DAP1l X, Sig=355,4 Ref=430, 50
RetTime Type Area Amt/Area imount Grp Name

(min] {rAl*s] ‘___—_____I-tuq/mll -
—_;TEE;IGE-_-—l--;;T;;;;II6.56050e-3 3.5744le-1  Nicerbazin
Tocals : 3.57441e-1

]
Results obtained with enhanced integrator!

Instrumenr 1 11/24/00 12:03:59 PH

file://A:\Nic20.gif

----.-..-#’---I'--n-w---.ﬂ A

Page 1 of

09-01-2001
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file://C:/HPCHEH/1/DATA/CANFAS/RING0029.D
file://C:/HPCHEH/1/HETH0DS/NICARBAZ.H
file://C:/HPCHEmi/HETHODS/LAVZ.H

Data File C:\HPCHEM\ 1\DATA\CANFAS\REPLAY16.D

code Premix, .

Injection Date
Sample Neme
Acg. Operatar

LU

Acg, Method :
Last changed :
Analysis Method :

Last changed

Luau A VIR B

32
Sample Neme: PN
Uy
11/29/00 9:45:56 PN Seq. Line : 16
3. Vial : 16
Injy : 1
Inj Volume : 20 nl

C:\HPCHEM\ 1\ METHODS\NICARBAZ. X
11/729/00 7:34:13 PX
C:\RPCHEM\ 1\ METHODS\NICARBAZ. M
11/30/00 10:26:05 AM

(modified after loading)

( . BAD1 A, 5ig=355.4 Ref=a80 B0 (CAHFAS\REPLAY10.D)
mAU | £
- 4
s-
F
8- — ”lm“;lv
4-
2-
1 g J
0 V&'
-| A | T I T T T —————— r
[+ 1 2 3 3 L a 7
External Standard Report
Sorted By : Signal
Calih. Data Modified : Thursday, November 30, 2000 10:08:18 AM
Hulciplier : 1.0000
Dilution 1.0000
Signal 1: DAD1 A, Sig=355,4 Relfw«450,50
RetTime Type Height Ant/Height Amountc Grp Name
{min] {mAT] [ug/ml]
—=| | | I [~=I
5.914 BB 9.26688 1.03134e-1 $.55720e-1 Nicarbazin
Totals : S.55728e-1

Results obtained with enhanced integrator!

Instruwent 1 11730700 10:26:07 AN Page 1 of

file://A:\Nic51.gif 09-01-2001


file://C:/HPCHEH/1/DATA/CANFAS/REPLAY16.D
file://C:/HPCHEH/l/HETHODS/NICARBAZ.H
file://C:/HPCHEH/l/HETHODS/NICARBAZ.H
file://A:/Nic51.gif
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New results, CANFAS method was followed



Development and Validation of HPLC-methods for the official
control of Coccidiostats and Antibiotics used as Feed

Additives (SMT4-CT98-2216)

Subtitle: Task 4 COLLLABORATIVE STUDY

Lab-name: !

Contact person: . |e-mail: .
fax: -
telephone: ©

Date of analysis:

Analyte: { 'NiICARBAZIN ]

Result 1 “Result 2
Unitl  (mg/kg) (mg/kg)
Sample code
324508 266.01 271.08
324507 123.85 112.91
324517 43.88 53.37
324561 47.55 47.73
324576 264.45 262.56
324591 | _Negative | Negative
324593 23.20 20.85
324625 121.76 128.99
324640 21.22 24.37
324675 Negative | Negalive
Result 1 Result 2
Unit} (mg/kg) (mg/kg)
Sampie
JPremixture 9932.04 10414.06




CANFAS COLLABORATIVE STUDIES OCTOBER 2000 - NICARBAZIN

Annex 4 - Questionnaire

Laboratory. -
Contact person:
Date(s) of analysis: 2000.04. 12

ilution of the es:
for which feed samples): 324507, 324517, 324561, 324503, 324525,

- Feed samples (specify
224640 and 324675 — Dil. Factor 100

324506, 324576 and 324591 - Dil. Facto
« Premixture: Dil. Factor 4000

r 200

Chro hic conditions:
» Column:

. O As described in the method

» g Other; Waters Symmetry, C18, 5§ um, 4.6mmX250mm (Part N® WAT 054215)
+ Mobile phase:

. [OAs described in the method

+ @ Other MethanolWater 65/35 {viv)

« Flowrate: 1.4 ml/min

« Injection volume: 20 (uL)
Retention time of nicarbazin: 8.62 min

. Bhnd posluve feed samplw
« Blind blank feed sample

» Premixture

Please indicate the nicarbazin

peak with an amow

Recovery results:
« Percentage recovery. 100.2 %

+ Single/duplicate determinations:
« [f duplicate, please give both perce
« Spiking leve!: 100 mg/kKg

single | duplicate
ntages: 100.25% and 100.10%




Page 1011

Data File C:\HPCHEM\ 1\ DATA\CANFAS\RINGOD26.D Sample Name: 324551/
code 3245951, . ve
A0 NN NN W N A SR SR AN R AR N R A N -
Injection Pate : 11724700 3:10:38 AN S3eg. Line : 26
Semple Neme : 324551/ Vial : 26
Accgg. COperator : In : 1
Inj Volume : 20 nl
Acqg. Method ¢t C:\HPCHEM\ 1\ METHODS\NICARBAZ. ¥
Last changed t 11723700 11:41:15 PH
Analysis Method : C:\HPCHEM\ I\METHOI'S\LAVZ.H
Last changed : 11724700 12:02:57 PH
(modified after loading)
DAD1 A, Sig=356,9 Re=a50,50 (CANFAS\RINGD026.D)
mAU | ﬁ
154
14
12:
101 §
8]
8]
4 8
i85 e g § §
2 L =1 ) o m B
] 3¢ &8 3
1 6%
0
Y T T T T ~ L
'} 1 2 3 4 ) -]
External Standard Report
Sorted By : Signal
Calib. Data Modified : Friday, Novewmber 24, 2000 11:53:03 AN
Kultiplier H 1.0000
Dilution : 1.0000
Signal 1: DAD1 A, Sigw355,4 Ref=450,50
RetTime Type Armm Amt/ Area Amount Grp Name
{min] [mhTU*s] [ug/ml}
| - | | | ==
4,569 VW 4.40952 0.00000 0.00000 Nicarbazin
Totalsy : o, 00000
Results obtained with snhanced integrator!
1 Varaings or Errors
Iinstrument 1 11/24/00 12:02:58 PN Page 1 of

file://A:\Nicl7.gif 09-01-2001


file://C:/HPCHEH/1/DATA/CANFAS/RING0026.D
file://C:/HPCHEH/1/HETH0DS/NICARBAZ.H
file://C:/HPCHEH/l/HETHODS/LAV
file://A:/Nicl7.gif

Wmta File C:\HPCHEM\1\DATA\REPNIC\NICARB14.D

Sample code 324593 - 2.5004g

Injection Date : 4/11/01 8:19:30 BM Seq. Line i 14
Sample Name 324593 T 3%2? . ii
Inj : 1

Acg. Operator '
Inj Vi .
C:\HPCHEM\1\METHODS\NICARBAZ .M~ L "¢ @ 20 pl

Sample Name: 32459

Acg. Method
Last changed : 4/11/01 6:40:43 PM _
Analysis Method : C:\HPCHEM\1\METHODS\LAV2.M
Last changed : 4/12/01 10:19:23 AM
fmodified after loading)
DADTA Sig-355.4 Ref=d50,50 (REPNICWICARB14.0)
umui &
¥
12 -
]
10
ad N ICARSALAN
5
) g >
21 E oy » o
: s 8 PR 23 S B3
. . L5 pEess, B §m;;§§§§_§ | £ gag
0 2 4 8 " x —
—_mir
Er=r-zssoes=ESsEESS TSR R R Y S e s s s s E e
External Standard Report s=s==
ﬁe===================‘===========*'====*=*l===========-=======-==—==
Sorted By : Signal
Calib. bata Modified : 4/12/01 10:19:20 AM
Multiplier : 1-gggg
Dilution : 1.
Signal 1: DAD1 A, 8ig=355,4 Ref=450,50
RetTime Type Area Amt /Area Amount Grp Name
[min] [mAU*s] [ng/ul}
Papiod b b=- 2777074 1.62200e-2 5.80200e-1  'Nicarbazin
Totals 5.80200e-1
Results obtained wit enhanced integrator!
-====_==========g:=================.‘=======8===:===========_—'===========
- s+ End of Report **+
Page 1 of 1

nstrument 1 4/12/01 10:28:52 aM


file://C:/wfCHEM/1/DATA/REPNIC/NICARB14.D
file:///HPCHEM/l/METHODS/NICARBAZ
file:///HPCHEM/1/METHODS/LaV2

ata File C:\HPCHEM\1\DATA\REPNIC\NICARB20.D Sample Name: PM1

Sample code Pre-mixl - 0.5009g

(£ 3 32 1t 1 F i1+ P R -t i i ittt - F A F F it I fT -+ttt T+ 21 X 1+ FF i1 FF T Tiry
Injection Date : 4/11/01 10:31:49 BM Seg. Line : 20
Sample Name : PM1 vial : 17
Acqg. Operator : 1 Inj : 1
Inj Volume : 20 ul
Acg. Method : C:\HPCHEM\1\METHODS\NICARBAZ .M
Last changed : 4/11/01 6:40:43 PM
Analysis Method : C:\HPCHEM\1l\METHODS\LAV2.M . n
Last changed : 4/12/01 10:19:23 AM _ NICMIAR
(modified after loading)
DAD1 A, Sig=355.4 Ref=450,50 (REPNICWICARB20 D) ¥
mAL ] ol
] 5
35 #ﬁﬁp
3
25
2
Fee Wl W b 6 @ 0 e,
v T r T e
6 8 o
External Standard Report

Sorted By : Signal
Calib. Data Modified : 4/12/01 10:19:20 AM
Multiplier : 1.0000
Dilution : 1.0000

Signal 1: DAD1 A, Sig=355,4 Ref=450,50

RetTime Type Area Amt /Area Amount Grp Name
[min] [(mAU*s] [ng/ul]
8.627 MM 78.63120 1.58174e-2 1.24374 Nicarbaziﬁ --------
Totals : 1.24374

Results obtained with enhanced integrator!

======================I===============!===================-—-‘—=—==-=-

*** End of Report *++

.Strument 1 4/12/01 10:38:48 AM Page 1 of 1


file://C:/HPCHEM/1/DATA/REPNIC/NICARB20.D
file:///HPCHEM/l/METHODS/NICARBAZ
file:///HPCHEM/l/METHODS/LAV2

APPENDIX 6
Table with results, questionnaire (page 1) and chromatograms
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, Annex 2

CANFAS

Subtitle: Task 4 COLLABORATIVE STUDY
Lab-name:
Contact person: e-mail:
fax:
telephone:
Date of analysis:
Analyte: | NICARBAZIN ]
Result
Unit (ma/kqg)
Sample code
334541 2358
334565 22,2
334567 107,86
334572 .52
334573 1138
334605 48,3
334608 204
334615 2322
334638 <2
334670 42
Result 1 Resuit 2
Unit {mg/kg} {ma/kg)}
Sample
Premixture 10260 10550




CANFAS COLLABORATIVE STUDIES OCTOBER 2000 - NICARBAZIN

Annex 4 - Questionnaire

Date(s) of analysis: /!3!40/0? e

--------------------
-------
........................
.............
-----------
---------
vas

.....
-----------------------
reaen

------------------------------------------

e Premixture: .....%
l , ifions:
s Column:
e O As described in the method
. ﬂother ..... e 'fa, S .................................
e Mobile phase .......................................
o OAs descrlbed in the method L
o (XOther: .. 55/* ""“-’wm{fm !ﬁgfmbm.(:u_(‘__
s Flowsate: ...... 5-?,.6'.... mi/min
« Injection volume: . Wb T
rbazin: . 4? min

o Retention time of nica

Blind positive feed samples
Blind blank feed sample

Premixiure
Please indicate the picarbazin pezk with an arrow

Recovery results:

Percentage recovery: 5;’ %

Singfe / duplicate determinations
both percentages: .....

: R( single O duplicate
If duplicate, please give % and ....... %

Spiking Jevel: 4%5. meke



Auto-Scaled Chromatogram

2,00 3,00 7.00
Minutes
]
Poak Results
SampleName | Name | RT Area | Height | Amount | Units
7822100 NIC |7.763 320406 | 23442 | 1,026 | mg/kg

1of2



Spectrum Index Piot
NIC - 7,783
Lo

220,00
240,00 ‘ Azeq.ool IZBO],M. . 300].00 ‘329.0(). ‘3401.(” m,(x.‘. .aaolm). 400,00

,010~]
2 0.0

0,000
]

1 Ty PRI PLI T i e T
— 200 3,00 4,00 5,00 6,00 7.00 8,00 9,00 10.00
' Minutes

SampleName 7822/00 Vial 15 hjection 1 Date Acquired 13/10/00 02:01:20

20f2



Hok feed

Auto-Scaled Chromatogram
0,08
0,061
0,041
0,02+
0,001
T T L T S M R Ht e B I R R EL R R R I R T I e
1,00 2,00 3,00 4,00 5,00 6,00 7.00 8,00 6.00
Minutes
Poak Results
SampleName | Name | RT | Area | Height | Amourt | Units
782400 NiC | 7,997

10f2



Spectrum index Plot

nre
0,00
0.10 0,20 030 ogo oo W oH oM 0.50 0.90 1,00
I
Ir
0,08
0,06
2 4
0,04
0.02
9 IFI".,'||41|||nl|1||r!|||||
O.WW 4,00 5,00 8,00 7,00 8,00 9,00 10,00

1,00

Mmies
SampleName 7821/00 Vial 14 hjection 1 Dete Acquired 13/10/00 01:50:20

20f2



Auto-Scaled Chromatogram

0,070
0,060
0,050
0,040-]
0,030
N ] )
3 8
- T
0,020 )
] [9)
] Z
0,010 /\
0,000 yay
T T T T T v [ 7 7 ¢ T [ T T 7+ T T T L mEL T
1,00 2,00 3,00 400 5,00 8.00 7,00 8,00 9,00
Minutes
Peak Rosults
SampleName [ Name | RT | Area | Height | Amourt | Units
781300 NIC |7.865 | 114038 | 8250 18.936 | mg/sg




Spectrum index Plot

NIC - 7,885
o -
24000 25000 28000 30000 @ F2000 | 34000 36000 36000 400,00
v 7.65
230,0
0,06~
0,04 §
] ~
E ]
4]
0.02: /-*z-\
0. 7"""""'"41'10'1"560'”'a'oo"""'/\":"n'"T"“
T 2,00 3,00 : - . 8,00 9,00 1
1.00 Minutes 0.00

SampleName 7813/00 Via! 6 Injection 1 Date Acquired 13/10/00 12:22:18

20f2
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Annex 2

CANFAS

........................................................................................................................

Development and Validation of HPLC-methods for the official controi of
Coccldlostats and Antibiotics used as Feed Additives (SMT4-CT98-2216)

Subtitle: Task 4 COLLABORATIVE STUDY

Lab-name:

Contact person: e-mail:
fax:
telephone:

Date of analysis:

Analyte: | NICARBAZIN {
Result
Unit (ma’kg)
Sample code
354534 SR S, .-
354546 24
354574 - 260
354581 . .M
354621 . , .3
354651 e .2
354662 S 103
354678 o . 123
354687 S . 244
354690 1
Result 1 Result 2
Unit {mg/ky) {mg/kg)
Sample
Premixture 10930 11484




CANFAS COLLABORATIVE STUDIES OCTOBER 2000 - NICARBAZIN

Annex 4 - Questionnaire

Date(s) of analysis: . .29-11-2000 ...

10
9 100, 3-> 10 (354574, 354687)

« Feed samples (specify for which feed samples): ..7.007

---------------------------------------------
--------------------------------
------------
--------

-------------
---------
-------
..

e Premixture: ....

o +. condiians:

s Column:

. O As described in the method
_Lichrospher 100-RP 18 3Smm (123 x 4.0 mm)

e & Other: ...

e Mobile phase:
O As described in the method

[ ]

. g Other: ... Methanol/water .. 700/300
o o S
o Injection volume: W20

Retention time of nicarbazin: 4.9, min

N OETran: - 3
« Blind positive feed samples
Rlind blank feed sample

e Premixture

Please indicate the nicarbazin peak with ai 3ITOW

Recovery results:
s Percentage rec
Single / duplicate determinations: O sin

overy.s..a. 2 9%
gle m duplicate

L ]
« [f duplicate, piease give both percentage
o Spiking levek: 100, mg/ke



CANFAS codke
35450

Nicarbazin
f"‘-|‘
Monster:'3 450564
Instrument  :UV_S
Methode LW AVOLIDATARlte_AdmistProj 4 in.mmet
File WL AVOLIDATAIE_ AdmintProjeesiNicatuzic\Dy in_291100_013
Sequence LW, YOLIDATAENie_AdminProy ‘aicarbusin_291100.5eq

Gebruiker  :asc
Runtijdstip  : 11-29-2000 15:43:40

Inweeg :2.5138
Verdunning : 100

Blod Po{;' tve ’P ved J’ﬂm‘a/g

0.015 0.015
i
0.010 - & F0.010
Z
§ o008+ ooos
0.000 -'—f 0.000
£,008 — - - T - -0.008
0 1 2 3 4 5 8 7 8 o 10
Wiruse
UV-Detector Results
Pk#  Retention Time Area Height ESTD concentration  [Ipits
Nicarbazin 1 4.80 87695 6823 40.64869 mg'kg

Jr



Nicarbazin

Monster: 1 450562

Instrument A 1

- Methode : * YDLINDATAENw_Admin\Froj inbechod\N; et
File SWS VOLIDATAElibe_Admin\Project\Nicarbarin\D in_291100_011
Sequence DU WVOLINDATAElie_AdmintProjectsiNicarbazin'Sequencenicarbezin_291 100.50q

Gebruiker : asc
Runtijdstip  : 11-29-2000 15:22:42

Inweeg : 24974
Verduaning : 100

Blind bionk F{'UL Sumple

0.015 0015
0010 010
§ oo § 0.005
'
g !

0.000 0.000

-0.005 + T T T T g [
-1 -0.005

0 1 2 3 4 & ] 7 a . -

UV-Detector Results
Pk#  Retention Time Area Height ESTD concentration Units

740 60 0.34526 mg/ikg

"Nicarbazin 1 4.90

3r


file:///tfs_

Nicarbazin

Monster: 13 450574 F 50

Instrument :UV_5

Methode Dwa,  VOLNDATAWElik_Admis\ProjectstNicarbariniMethodiNicarbarin.mot
File 1. VOLNDATAVEe_Admin\Pro phaczis\Dy in_291500_043
Sequence 1YW VOLT\DATA\E}ite_Adumin\Proj P in\Seq lcarbazin_ 291 100.38q

Gebruiker  :asc
Runtijdstip  : 11-29-2000 21:19:09

Inweeg : 0.4768
Verdunning : 5000

pﬁém:xf' URE.

0.015 - 0.015
0.010 E -0.010

3

=
£ 0.005- 2.005
0.000 1 W - [ 0.000

0.008 y .
. , . y . T -0.005
0 1 2 3 4 [} ] T a 8 10
Minutes
UV-Detector Resulty
Pk#  Retention Time Area Height  ESTD concentration  Uipits

Nicarbazin 1 5.07 89494 6735  10891.40527 mg/kg

3

J
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Annex 2

CANFAS

Development and Validation of HPLC-methods for the official control of

Subtitle: Task 4 COLLABORATIVE STUDY

Lab-name:

Contact person: e-mail;
fax:
telephone:

Date of analysis:

Analyte: [ NICARBAZIN }
Resuli
Unit {mg/kq)
Sample code
384509 o 14,62
384512 o o 93,03
384542 \ o 17978
384560 _ 0
384564 93,24
384579 o - ' 181,86
384592 e 17.96
384633 R 0
384649 41,52
384674 35,57
Result 1 Result 2
Unit|  (ma/kg) {ma/kg)
Sample
Premixture 10242 10336




CANFAS COLLABORATIVE STUDIES - NICARBAZIN
Annex 4 - Questionnaire

3

Date(s) of analysis: $4128/00

Dilution factor of the samples:

. Feed samples {specify for
00 + 0.001 g in 200 ml.

which feed samples): 1,250 £ 0,001 g in 50 mi.

¢ Premixture: 0,5

Chromatographic conditions:

e« Column:
0 As described in the method
X Other. Hypersit ODS C-18, 250 x 4,6 mm, 5 ym

s Mobile phase:
X As described in the method

g Other.
e Flow-rate; 1 mimin
+ [njection volume: 20 pl
« Retention time of nicarbazin:

Chromatograms: Please include representative chromatograms of:

« Blind positive feed samples
« Blind btank samples

e Premixture
Flaase indicate the nicarbacin peak with an arrow

5 min

Recovery results:
e Percentage recovery.

duplicate determinations: X single
. %and .. %

83 %
e Single/ 0 duplicate

o If duplicate, please give both percentages:

Speaking jevel: 125 mg/kg



3
CANFAS COLLABORATIVE STUDIES - NICARBAZIN

Remarks / Comments (if necessary, continue on another page):
Two calibration ranges has been vused for quantification of samples. First (0,25 - § ppm; n = 8) for
feed samples and second (10 - 50 ppm; n= 5) for premixture.

Chromatograms for standard (4 ppm), sample (384542), blank and premixture

DADT A, Eig=350,4 Ref=480 80 (LSPAWNIGARE~ . ~1\NCBZ2007.0)
mAU
40

30 "

20 Nicarbazin

0 I T v T 1 M v i } i i i ]
4 6 prin|

0 2
DAD1 A, Sig=350,4 Ref=460,80 (LSPAINICARB~1V ~NNCBZ2016.0)

20
" JL/M__\
0 —————

I
0 2 4 6
DADT A, 5ig=350,4 Ref=460,80 (LSPANICARB~1' ~1\NCBZ2018.D)

20
10 _}A\’k_,\
0 e —

T T T T T T T T T

5.401

>5.365

o

2 4 6
DAD1 A, Sig=350,4 Ref=460,80 ({LSPANICARB~1\ - ~NNCBZ2028.0)

o
-
]
L= ]
2




APPENDIX 6

Table with results, questionnaire {page 1) and chromatograms

of partner 39



Annex 2

CANFAS

------------------------------------------------------------------------------------------------------------------------

Development and Validation of HPLC-methods for the official control of

§Cocc|d|ostats and Antibiotics used as Feed Additives (SMT4-CT98-2216) :

Subtitle: Task 4 COLLABORATIVE STUDY
Lab-name:
Contact person: e-mail:
fax:
telephone:
Date of analysis:
Analyte: | NICARBAZIN |
Result
Unit {mg/kq)
Sample code
394588 20,7
394617 114,3
394620 . 2592
394637 2642
304643 1172
394654 2
394665 72
394669 441
304672 <2
394681 42,5
Resutlt 1 Result 2
Unit {mg/kg) (mg/kg)
Sample
Premixture 10194 10453




CANFAS COLLABORATIVE STUDIES OCTOBER 2000 - NICARBAZIN

Annex 4 - Questionnaire

Datels) of analysis: ... 2t LA 02

W@M«w&. ...... Loo

« Feed samples (specify for which feed sampes);
( it ek ... #Z‘akf/tw'n/ b

smoo k.. L warben w{‘fﬂ‘-érﬂgv‘—;/-ﬁu“*)

o Premixture: ...

-------------------

e Column:
«  As described in the method C
L omen e, LieKnon e, R 7
. ...?)....... .......-E..!.(./.p'..‘.s:../.‘.‘.'.".?....p..%
Frese,

e Mobile phase:
e @ Asdescribedin the method

» D Other: -------------------------------------------------------
Flow-rate: "‘.Q..“:S:"“ mvmjn ---------------------------------

» Injection volume: vodnri
Retention time of nicarbazin: 3.5, min

ms: Mt

pmategra 3S
Blind positive feed samples
Blind blank feed sample

e Premixture
Please indicate the nicarbazin peak with an arrow

Recovery resuits:
e Percentage recovery. So..
o Single / duplicate determinationszg single ® duplicate

o If duplicate, please give both percentages: (0L % and 02 %

o Spiking level: ./ %87 me/ke



PosiTiVE FEEp SArpeE :
Current Date 11/24/2000 1of1

M. 39 451‘? 24
Sample Information

SampleName 20001006.015 & Sample Ty pe Unknown

Vial 7 Date Acquired 11/23/2000 2:34:25 PM
Injection 1 Acq Method Set Meth_nic_v oer_hoog
Injection Volume  25.00 ul Processing Method Proc_meth_nic_voer_hoo
Channe! 996 Date Processed 11/24/2000 8:16:11 AM
Run Time 8.0 Minutes

Auto-Scaled Chromatogram

0.04]
] )
0.03 =
3 ]
002 8
] (=
0.017
0.00 Fa¥ Fal
0 [ ] 0 t 1 1 ) * ] 0 1 " 1 ] [ ' 1 [ ] O 0 " [l ' [ ¥ . 1 ] 1 1 [l ] [ [} [ [
1.00 2.00 3.00 4.00 5.00 6.00 7.00 8.00

Nicarbazine piek resultaten
Name RT Area | Height | Amount | Units
1 | nicarbazine | 3.487 | 674630 | 48534 | 114.308 | mann

Nicarbazine PDAresultaten

Puri Pui Match1 Match Matchi Match1
Name RT | ‘angle Thramw Angle | Threshold | Spact. Name ] Lib. Name
1 | nicarbazine | 3.487 D.324 1.787 1.577 1.185 | nicarbazine { nic woer
Bevestiging

nicarbazine
Match #1 Angle 1.577 nicarbazine

- T T T L T T e M B Sy S B R
34000 36000 36000 40000 42000  440.00
nm

Vial 7 SampleName 20001006.015 5 Date Acquired 11/23/2000 2:34:25 PM

B —
28000 28000 30000  320.00



BLAmnte FEEy SArroce

0
Current Date 11/24/200 o

Sample Information

SampleName 20001006.019 13 Sample Ty pe Unknown
vial 13 Date Acquired 11/23/2000 3:28:13 PM
Injection 9 Acq Method Set Meth_nic_v oer_hoog
Injection Volume  25.00 ul Processing Method Proc_meth_nic_voer_hoo
Channei 996 Date Processed 11/24/2000 8:16:55 XM l
Run Time 8.0 Minutes
Auto-Scaled Chromatogram
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Vial 13 SampleName 20001006.019 13 Date Acquired 11/23/2000 3:28:13 PM
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Sample Information
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SampleName 20001006.024 27 Sample Ty pe Unknown
Vial 24 Date Acquired 11/23/2000 5:06:57 PM
Injection 1 Acq Method Set Meth_nic_voer_hoog
Injection Volume 25.00 ul Processing Methed Proc_meth_nic_voer_hoo
Channel 996 Date Processed 11/24/2000 8:18:30 AM
Run Time 8.0 Minutes
Auto-Scaled Chromatogram
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Vial 24 SampleName 20001006.024 27 Date Acquired 11/23/2000 5:06:57 PM



