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SUMMARY

This report describes the results of the 2nd collaborative study of an HPLC method for the growth
promoter olaquindox in two piglet feeds. The collaborative study forms part of the EU-project
“Development and Validation of HPLC-methods for the official control of Coccidiostats and
Antibiotics used as Feed Additives (CANFAS, SMT4-CT98-2216).

In the first collaborative study many laboratories reported difficulties with the practicability of the
method due to the low ratio between the volume of extraction solvent (50 ml) and the weight of
feed (25 g). For this reason the CANFAS-method was modified in such a way that the ratio
between the extraction volume and the sample weight was increased to 5. A second round of
collaborative studies for final validation of the method was organised.

The principle of the method is as follows: The sample is extracted by a mixture of water -
methanol. The content of olaquindox is determined by reversed-phase high-performance liquid
chromatography (HPLC) with UV-detection at 380 nm.

The samples that were tested in the collaborative study were 2 piglet feeds with declared
olaguindox contents of 2,5 mg/kg and 10 mg/kg respectively. The feed samples were sent to the
participants as blind duplicates. The participants were asked to do duplicate determinations per
sample.

Results were reported by 22 laboratories. Statistical evaluation was performed according to ISO
5725. The results show that with the modified method acceptable results are abtained for
repeatability {rsd, < 10 %) and reproducibility (Horrat ratios < 2).

During the first collaborative study blank samples were analysed: no interfering substances were
detected, so the results obtained for the blank feed were acceptable.

Acceptable results were obtained for recovery, reported values ranged between 52 and 107%.
The final method can be recommended for adoption as an official method and together with the

results of the collaborative study it will be sent to the European Commission (CEMA), CEN and
1SO.



1 INTRODUCTION

Within the framework of the EU-project “Development and Validation of HPLC-methods for the
official control of Coccidiostats and Antibiotics used as Feed Additives (CANFAS-SMT4-CT98-
2216), the official EC-method for olaquindox (Directive 98/64/EC} has been validated for low
contents in feeds. Olaquindox is a growth promoter that was registered for use in feeds for
piglets with contents ranging from 15 - 50 mg/kg {50 - 100 mg/kg for milk replacers). Since
September 1999, the use of olaquindox as a feed additive is banned in the EU. In order to allow
adequate control of possible illegal use, the objective was to validate the official EC-method (an
HPLC method with UV-detection) for contents 5 - 10 times lower than the lowest content formerly
permitted, viz. down to 1,5 mg/kg.

The method was validated by LUFA - Augustenberg, Karlsruhe, Germany. Compared with the
original method, the ratio between the extraction volume and the sample weight was modified; in
the original method this ratio was 10; in order to increase the limit of detection, in the modified
method this ratio was decreased to 2 (see report K. Michels, Final report on evaluation of method
validation for olaquindox and carbadox in feeds at low contents, 01-11-1999).

Subsequently, the method was subjected to between-ab validation by the State Laboratory,
Dublin, Ireland {see report P. Shearan, January 2000) and Istituto Superiore di Sanita (1.S.S.),
Roma, Italy (see report G. Brambilla, January 2000). In general, the criteria as described in the
amended Project Plan are fulfilled. The recoveries are often lower than 80 % (down to 60 %) but,
while the use of olaquindox has been forbidden, this is not regarded as a major shortcoming (see
Second Annual Report CANFAS, J. de Jong, 12-08-2000).

Prior to the first collaborative study, a kick-off meeting was organised (Brussels, 13-14/6/2000)
and participating laboratories were given the opportunity to familiarise themselves with the
method, using feed samples with stated contents of olaquindox. Also prior to the production of
the materials for the collaborative study, separate batches of the materials had been produced for
homogeneity and stability testing. The between- and within-sample homogeneity was satisfactory
and the results showed that olaquindox is stable in the feeds at room temperature during a period
of 4 months (see Second Annual Report CANFAS, ). de Jong, 12-08-2000).

In the first collaborative study many laboratories reported difficuties with the practicability of the
method due to the low ratio between the volume of extraction solvent (50 ml} and the weight of
feed (25 g).

During the evaluation meeting organised after the first collaborative study, it was decided to
modify the CANFAS method in such a way that the ratio between the extraction volume and the
sample weight was increased to 5. A second round of collaborative studies for final validation of
the method was organised.

The samples that were prepared for the collaborative study were two piglet feeds with declared
olaquindox contents of 2,5 and 10 mg/kg respectively. The feed samples were sent to the
participants as blind duplicates. Before these samples were shipped, the between sample
homogeneity of the feed samples containing olaquindox 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 2nd collaborative study.



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

- Administration des Services Technique de 'Agricutture Division des Laboratoires, Ettelbruck,
Luxemburg; C. Strottner

- Bundesambt und Forschungszentrum fiir Landwirtschaft (BFL), Wien, Austria; B. Stoisser, M.
Wieshaider

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

- lstituto Superiore di Sanita, Lab. Med. Veterinaria, Roma, Italy; G. Brambilla, C. Cartoni, M.
Fiori.

- lstituto Zooprofilattico Sperimentale della Lombardia e dellémilia Ronagna, Reparto Chimico,
Brescia, Italy; E. Faggionato, A. Baiguera.

- Istituto Zooprofilattico Sperimentale della Sardegna, Sassari, Italy; C. Testa, N. Rubattu, A.
Serra

- Istituto Zooprofilattico Sperimentale delle Venezie, Legnaro, ltaly; G. Biancotto, B. Allegretta

- Istituto Zooprofillatico Sperimentale delle regioni Lazio e Toscana, Roma, Italy; A. Ubaldi, A. di
Lullo.

- Laboratoire Inter Régional DGCCRF, Rennes, France; C. Genouel, M.C. Rues, M. Joubert.

- Laboratorio Arbitral Agroalimentario, Madrid, Spain; D.A. Pons, J. Muioz

- 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; J. Cowles

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

- LUFA - Augustenburg, Karslruhe, Germany; K. Michels, S. Witzemann.

- LUFAITL Kiel, Kiel, Germany; H. Wehage, H. Graepel

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

- National Veterinary Institute, Uppsala, Sweden; E. Nordkvist, A, Stepinska

- Plant Production Inspection Centre Agricultural Chemistry Department, Vantaa, Finland; R.
Muhonen, Y. Hyvonen

- Rijksontledingslaboratorium, Tervuren, Belgium; K. Haustraete, A. Fontaine, M. Lekens, R. van
Sandt

- RIKILT, Wageningen, The Netherlands; H. Kleijnen, H. van der Kamp

- State Laboratory Dublin, Ireland, P. Shearan

- Universitat Hohenheim, Landesanstalt fir Landwirtschaftliche Chemie, Stuttgart, Germany; K.
Schwadorf, A. Eschle



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
content production
Piglet feed 2,5 mg/kg IPC - Dier, Barneveld 25-09-2001
(NL)
Piglet feed 10 mg/kg IPC - Dier, Barneveld 25-09-2001
(NL)

The complete composition of the feeds is given in Appendix 2 (in Dutch). The main composition
of the two feeds is given in Table 2.

Table 2:  Main composition of the two feeds

Product: Piglet feed

Parameter Content (%)
Crude protein 18,1

Crude fat 4,3

Starch 39,3

Crude fibre 44

Crude ash 5,9
Moisture 12,3

The composition of the feed, with regards to the ingredients, was the same as of the feeds that
were produced by IPCDier in September 1999 for stability testing (see Report on homogeneity
and stability studies of samples for the collaborative studies for olaquindox, K. Michels, LUFA
Augustenberg, Germany, 05/05/2000) and in September 2001 for the first collaborative study
(see report of first collaborative study see RIKILT report 2002.014). The composition of the
feeds, in terms of crude protein, fat, etc, was nearly the same. In the produced feeds for the
second round of collaborative study the crude ash content is somewhat higher (5,9% - 4,7%).
The feed products have been prepared in a quantity of 500 kg each. To achieve a maximum
degree of homogeneity halfway through the production 54 kg of feed are withdrawn from the
stream for subsampling activities and put into three sacks of 18 kg. After discarding the top
layer (ca. 2 kg) about 30 - 50 subsamples of approx. 250 grams have been taken (manual




distribution with a2 shovel) from each of these sacks. The subsamples were stored in double
paper sacks.
All subsamples have been stored at room temperature {ca. 20 °C).

3.1.2  Sample homogeneity

The homogeneity of the samples was studied by LUFA Augustenberg 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 are attached in Appendix
3. Table 3 gives a summary of these results.

Table 3:  Results of homogeneity tests for olaquindox in piglet feeds

Results Declared Measured | Homogeneity results
content content —
Between sample | Within sample CV {%}
Product (mg/kg) {mg/kg) CV (%) P P ’
Piglet feed 2,5 2,90 7.5 Not determined
Piglet feed 10 9,90 9,5 Not determined

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 within-lab validation (see Second
Annual Report CANFAS, J. de Jong, 12-08-2000} the maximum limit for CV,,, was set to 16 %.
Both between sample CV's fulfil these requirements. Thus, it is concluded that the samples are
sufficiently homogeneous.

3.1.3  Sample logistics

The samples were sent as blind duplicates. The codes are given in Appendix 4. The samples
were sent to the participants by courier service on 2 November 2001 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 Dr. A. Ploger, Danish Plant Directorate, Lyngby (DK).
According to the specifications (see Report 2002.014 ), the purity of the reference standard (Lot
Nr. 890416) is 99,46 %.

The expiration date of the reference standard was April 2001. The identity and content was
checked by RIKILT. The identity could be confirmed by UV, 'H-NMR as well as mass spectrometry.
The purity was determined by 'H-NMR and UV spectroscopy and was shown to be approx. 100 %
(see Report 2002.014).

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  HPLC-conditions

Various types of HPLC-columns were used. The following columns were recommended in the
method: '

- Hypersil ODS 5 pym, 200 x 4,6 mm;

- Spherisorb ODS-2 5 pm, 250x4,6 mm;

- LUNAC18(2} 250 x 4,6 mm.

The mobile phase described in the method is a mixture of water and methanol 900:100 (v/A).
Three laboratories used a different mobile 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 1SO 5725 Part 2: Basic method for the
determination of repeatability and reproducibility of a standard measurement method (First
edition, 1994-12-15).

The scrutinity of results for consistency and outhers was checked by

Graphical consistency technigues: Mandel's h plot for betweenaboratory variability, Mandel's k
plot for withinlaboratory variability

Numerical outlier techniques: Cochran’s test of the withinlaboratory 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).



Table 4:  HPLC-conditions

Partner [ Column Mobile phase

12 Tracer extrasil ODS 5x25x0,46 As described in the method

15 Inertsil 0DS-2; 5 ym; 250 x2,6 mm | As described in the method

16 Phenomenex LUNA C18 (2); 5 ym; As described in the method
150 x 4,6 mm

17 Sperisorb §10 ODS-1; 10 As described in the method

18 Spensorb ODS-2; 5 ym; 150 x 4,6 As described in the method
mm;

20 ODS Hypersil C18; 5 ym; 200 x 4,6 | As described in the method
mm

21 Supelcosil LC18; 25 cm x 4,6 mm+ | Acetonitril: acetate buffer (0,01M; pH 4,6}
supelguard LC18; 2 cm x 4,6 mm Gradient elution

22 Hypersit C18 ODS BDS; 5 pm; 250 x | As described in the method
4,6 mm

23 Not reported Not reported

24 Waters C18; 5 ym; 250 x 4,6 mm As described in the method

25 RP C18 Lichrocart; 5 pm; 250 mm x | Phosphate buffer(0,0? M; pH 2,8): Acetonitrile
4 mm {Merck) Gradient elution

26 Spherisorb ODS 2; 5 pm; 250 mm x | As described in the method
4.6 mm

29 NovaPak C18; 4 ym; 4,6 x 250 mm | As described in the method

31 As described in the method As described in the method

32 Lichrospher RP-Select B; 5 RP-Select |As described in the method
B; 5 pm; 250x4 mm

33 As described in the method As described in the method

34 Not reported Not reported

35 As described in the method As described in the method

37 Lichrosper RP18-5 endcapped ; 25 x | As described in the method
4 mm

38 Symetry C-18; 3,5 ym; 150 x 2,1 mm |Isocratic methanol/water 5;95

40 C18 sperical; 5 pm; 3,9 x 150 mm | As described in the method
Waters

41 As described in the method As described in the method

10




5 RESULTS

For each participant the reported results for the samples, the completed questionnaire and
representative chromatograms are annexed in Appendix 5.

5.1 Statistical evaluation

Originally laboratory 12 reported results that were not in agreement with the results of the other
participants and that deviated much from the theoretical olaquindox concentrations. The reported
results from lab 12 were 0.50, 0.53, 0.53, 0.53 mg of olaquindox/kg for the sampie with a
declared content of 2.5 mg/kg and 1.99, 2.04, 1.99, 2.03 mg of olaguindox/kg for the sample
with a declared content of 10 mg/kg. Due to the magnitude of the deviations it was most likely
that the results would cause autliers on both levels. Lab 12 was contacted to try to ascertain the
cause of the discrepant behaviour. According to the explanation this lab had met problems with
the solubility of the reference standard, because they had prepared a stock standard solution
more concentrated than the one indicated in the method. After repetition of the analysis by
following exactly the procedure as described lab 12 reported new values. Based on the findings
mentioned above it was decided to accept the new resuits.

The results reported by the participants are given in Table 6.

Statistical analysis shows that the results of the laboratories do not contain Cochran or Grubbs'
outliers or stragglers. The values for the statistical parameters {mean, relative standard deviations
for repeatability and reproducibility) are given in Table 6. According to the Project Plan, the rsd-
values should be < 10 %. For both samples this criterion is met and consequently it can be
concluded that the repeatability is satisfactory.

The Horwitz equation and the HORRAT ratios form the basis for the evaluation of the
reproducibility (see W. Horwitz and R. Albert, J.A.0.A.C. 74 (1991) 718-744). The HORRAT ratios
are given in Table 5. The HORRAT ratios should be lower than 2. For both samples this criterion is
met and established rsd; -values are in line with values predicted by the Horwitz equation.
Consequently it can be concluded that the reproducibility of the changed method is satisfactory.

Table 5: Horrat ratios of the olaquindox collaborative study
Mean Predicted |Established |Horrat! |Conclusion
rsdq rsdg
2,47 14,0 18,5 1,33 Reproducibility OK
8,79 11,5 13,1 1,13 Reproducibility OK

! = Horrat is the ratio between the established rsdg and the predicted rsdg

The Mandel h and k plots are shown in Figure 1.
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Table 6:

Results reported by the participants.

Result {mg/kg)
Sample |OLA2  |OLA2 OLA2 OLAZ2  |OLA2  [OLA2 OLA2 ~ |OLAZ

2.5 ppm {2.5 ppm 2.5 ppm {2.5 ppm |10 ppm |10 ppm (10 ppm (10 ppm
Lab
12 1,90 2,29 1,71 1,34 6,88 6,99 6,57 6,74
15 2,85 2,63 2,89 2,92 10,68 (10,41 19,91 9,50
16 2,70 2,63 2,60 2,71 9,73 9,52 9,65 9,49
17 2,97 3,03 3,00 2,95 10,30 {10,60 |10,05 |9,97
18 2,10 1,90 2,10 2,50 8,60 8,50 9,40 9,60
20 2,31 2,33 2,44 2,38 9,09 9,10 9,00 8,99
21 3,40 3,43 3,35 3,48 9,97 9,41 9,80 9,16
22 2,45 2,55 2,60 2,63 9,98 9,73 9,80 9,88
23 2,43 2,30 2,35 2,46 8,55 8,60 9,34 9,50
24 2,10 2,01 2,09 2,01 8,89 7,99 8,40 8,69
25 2,88 2,86 2,88 3,02 10,25 10,33 10,50 (10,56
26 2,20 2,19 2,25 2,25 7,32 7,76 7,77 7,85
29 1,66 1,61 1,80 1,86 6,49 6,53 5,70 5,97
31 2,70 3,10 2,37 2,57 8,71 9,09 9,47 9,40
32 3,16 2,81 3,14 2,69 8,77 8,37 9,05 9,05
33 2,70 2,60 2,90 2,70 9,10 8,80 8,90 8,80
34 2,40 2,20 1,80 1,90 8,60 8,30 8,80 8,40
35 2,00 2,00 2,00 2,00 7,90 7,50 7,60 7,70
37 2,02 1,92 1,87 1,88 7,54 8,09 8,34 7,91
38 2,30 2,36 2,60 2,22 7,82 6,86 7,50 7,83
40 2,67 2,82 2,87 2,84 8,84 8,87 8,93 8,96
41 2,67 2,82 2,48 2,60 9,85 9,93 9,77 9,98
number of labs 22 22
m (mg/kg) 2,47 8,79
rsd, {%) 6,56 3,56
rsd; (%) 18,5 13,1

12




Figure 1:  Mandel h and k plots of results reported by the participants.
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5.2  Recoveries

Table 7. Recoveries
Partner | Spiking level (mg/kg) [Recovery 1 in% Recovery 2in % Average recovery in (%)
12 25 95 95
50 91 91
15 2,5 89 93 9]
16 3,65 75 74 75
17 3,75 98 98
10 88 88
18 2,5 62 72 67
20 2,5 88 88 88
21 2,5 98 101 100
22 3,2/6,3 105 97 101
23 Not reported Not reported Not reported Not reported
24 2,5 83 80 82
25 2,5 91 90 91
26 2,5 68 68
29 2,5 104 107 106
31 25 88 91 90
32 25 84 83 84
33 3] 102 102
34 Not reported a5 95
35 31 106 100 103
37 2,5 79 76 78
38 2 52 53 53
40 2.5 96 98 97
41 2,5 101 99 100

Recoveries range from 52 - 107 %. This range is broader than the range {60 - 90 %) that was

measured in the betweendab validation of the method (see Second Annual Report CANFAS, J. de
Jong, 12-08-2000).
Although the mean recovery value reported by lab 38 (53 %) is low, itis not a Grubbs outlier or a

straggler.
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5.4 Remarks

Table 8.  Remarks made by the partners
Partner Remarks
12 No remarks
15 No remarks
16 ad 3.5.1.: Concentration of Olaguindox stock standard solution was 36,5 pg/mi;
ad 3.5.2.: Concentration of the corresponding calibration solutions: 0,365; 0,730;
1,825; 3,650 and 7,300 pg/ml
ad 5.3.2.: Linear regression calculated: 0,99999
ad b.2: Extraction: the following parameters were used:
- Centrifugation 10 minutes with 7000 rpm (instead of filtration step}
- The supernatant liquids were additionally filtered by using membrane filters
(Machery&Nagel, Chromafil Type A-45/25, 0,45 pm)
17 No remarks
18 HPLC equipment: pump, autosampler, column oven = HP1050; DAD = HP1100
Slight modifications:
- ad 3.5.1.; Stock standard soiution = 50 mg, weigh to the nearest 1 mg, in
2000 ml water,
- ad3.5.2:: 1,25 pg/ml standard salution = 5 mt diluted to 100 ml {instead 2,5
ml to 50 mi)
- Samples stored at refrigerated temperature until analysis (<8 °C).
- Filtration and centrifugation of the extracts.
20 No remarks
21 We centrifuged 10 ml of the final extract instead of filtering the whole extract on a
paper filter. Then we filtered 2 ml of the centrifuged extract on an Acrodisc filter
(0,45 pm) before HPLC analysis.
22 The Olaquindox content was calculated from the peak area by reference to the
calibrations graph.
23 Not reported
24 The extraction step is improved if compared to the first edition of this method. Still,
centrifugation is necessary as well as filtration through 0,45 pm just before HPLC
injection.
25 Column overpressure recorded after repeated injections with RT not constant. It is

suggested to reduce flow rate to 1 ml/min with a slight increase of the organic
phase.

As alternative we suggest a gradient elution able to clean the column.

15



Partner

Remarks

26

The procedure was well documented and straight forward to follow.

We have had one major problem with retention time stability of olaquindox. Initial
injections of all standards and pre-injections {to verify system stability) alt gave
excellent response, Rt was 9,9 min. The blank sample was then injected and gave a
zero response at the Rt of olaquindox. However, after this time the Rt of olaquindox
reduced to between 9,0 and 9,2 minutes, but the signal response did not change.
Initially we thought that this may have been a temperature effect as we run the
samples overnight and we know that the laboratory temperature rises when the air
conditioning is switched off. We therefore re-extracted the samples and put the LC-
column in an oven at 35 °C and reduced the flow rate to minimise these effects.
However, it made no difference.

29 No remarks

31 No remarks

32 No remarks

33 No remarks

34 No remarks

35 No remarks

37 The method is now easier to manipulate using the modifications in Annex |.
We carried out the entire method in glass centrifuge tubes.
i) flat bed shaker used: these tubes were put horizontal on bed - effective
shaking/mixing noted.
i) after shaking the tubes were placed in centrifuge for 5 min. Therefore no need to
use GFA filters. Extracts were filtered prior to LC.
LC-conditions: working at high psi: 1 ml/min ~ 2800 psi

38 We have used two different feed samples from our collection as blank feed for
recovery purposes. They do not belong to the other CANFAS Coliaborative feed
samples because we spent all of them. So, one sample is lamb feed and the other
one is a piglet feed. Both of them had got a simitar aspect to the CANFAS
Collaborative Il feed samples. We have observed that recovery and blank samples
make spherical clusters {lump) after addition of olaquindox standard solution in
water. These lumps were not broken after addition of methanol.

40 No remarks

41 No remarks
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6  CONCLUSIONS

From the results it can be concluded that with the modified method acceptabie results are
obtained for repeatability (rsd, < 10 %} and reproducibility {Horrat ratios < 2).

During the first collaborative study blank samples were analysed: no interfering substances were
detected, so the results obtained for the blank feed were acceptable.

Reported values for recovery ranged between 52 and 107%. The recoveries are sometimes lower
than 80 % {down to 52 %) but, while the use of olaquindox has been forbidden, this is not
regarded as a major shortcoming {see Second Annual Report CANFAS, J. de Jong, 12-08-2000).
The remarks made by the participants indicate that no difficulties were encountered. Some
laboratories applied centrifugation of the samples instead of filtration. According to the method
description this alternative may be applied.

The final method can be recommended for adoption as an official method and together with the
results of the collaborative study it will be sent to the European Commission (CEMA), CEN and
1SO.
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APPENDIX 1

|etter with instructions, sent with the samples (with four annexes)



Participants CANFAS collaborative study Olaquindox

Dear colleague,

As agreed at the CANFAS evaluation meeting June 19th, 2001 at Tervuren a second

round of collaborative study for olaquindox has to be organised. We appreciate your

willingness to participate very much. Together with this letter you wil find:

e 2 feed samples labeled with the text “additive: OLAQUINDOX" and with a sample
code. The samples contain claquindox in the range between 1 and 15 mg/kg.

« the modified method of analysis {annex 1). By participation you agree with
application of this method!

«  the reporting form {annex 2). This form will also be send to you by E-mail as an
Excel 5.0 file. We strongly prefer to get the results back in electronic form by E-
mail; you are asked to use the email address mentioned in the right margin of this
letter.
instructions for handling (milling, storage) of the samples {annex 3).

a questionnaire {annex 4). 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 samples must be analysed in duplicate.

For recovery purposes we ask you to select a blank piglet feed from your own collection.

The reference standard of olaquindox that has to be used (980416) was already sent to
you with our letter of 31 May 2000. In the calculations this reference standard can be

regarded as 100 % pure.
The deadline for reporting the results is December 14, 2001.

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

Kind regards,

ing. J.J.M. Driessen
coordinator CANFAS coliaborative
studies

dr. Jacob de Jong
CANFAS co-ordinator

cc. mrs. D. Bennink, European Commission, DG Research, Cll/3, Brussels

DATE

2 November 2001

SUBJIECT

CANFAS collaborative study
olaquindox [ 71316.24)

ENCLOSURELS)

OUR REFERENCE

01,/0026680

HABGLED BY
Ing. J.J.M. Driessen

DINECT ITELEPHONE? LINE
+31 317475574

£
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CANFAS COLLABORATIVE STUDIES - 2nd round - NOVEMBER 2001

ADDITIVE: OLAQUINDOX

Annex 1 — Modified method of analysis.

Determination of low level contents of Olaquindox in Feedingstuffs

3.1.
3.2.
3.3
3.4.

3.5.

3.5.1.

3.56.2.

CANFAS/OLA/03102001/K.MICHELS

Purpose and scope
The method is for the determination of claquindox in feedingstuffs. The limit of
determination (=quantification) is 1,5 mg/kg. The limit of detection {=qualification) is

0,1 mg/kg

Principle
The sample is extracted by a water methanol mixture. The content of claquindox is

determined by reversed-phase high-performance liquid chromatography (HPLC)
using an UV detector.

Reagents

Methanol

Methanot, HPLC grade

Water, HPLC grade

Mobiie phase for HPLC

Water (3.3)-methancl (3.2) mixture, 800+100 (V + V)

Standard substance: pure olaquindox 2-[N-2'-(hydroxyethyl)carbamoyl]-3-
methylquinoxaline-N' ,N*-dioxide, E 851

Olaguindox stock standard solution, 25 pg/ml

Weigh to the nearest 0,1 mg 5 mg of olaquindox (3.5) in a 200 ml graduated flask and
add ca. 190 m! water. Then place the flask for 10 min in a ultrasonic bath (4.1). After
ultrasonic treatment, bring the solution to room temperature, make up to the mark
with water and mix. Wrap the flask with aluminium foil and store in a refrigerator. At
this temperature of < 4°C the solution is stable for 1 month.

Calibration solutions

Into a series of 50 mi graduated flasks transfer 0.5, 1.0, 2.5, 5.0 and 10.0 ml of the
standard stock solution (3.5.1). Make up to the mark with water (3.3) and mix. These
solutions correspond to 0.25, 0.5, 1.25, 2.5 and 5.0 pg of claquindox per mi

respectively.

These solutions must be prepared fresh each day.
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4.1,
4.2.
4.3.
4.4,
44.1.

51.

5.1.1.

5.1.2.

5.2

Apparatus

Uitrasonic bath

Mechanical shaker

Membrane filter, 0.45 pm

HPLC equipment with variable wavelength ultraviolet detector

Liquid chromatographic column, 250 mmx4mm, C 18, 5 pm packing, or equivalent.

See remark 7.2.

Procedure
Note: Olaquindox is light sensitive. Carry out all procedures under subdued light or
use amber glass ware.

General

Blank feed
For the perfomance of the recovery test (5.1.2) a blank feed should be analysed to

check that neither olaquindox nor interfering substances are present. The blank feed
should be similar in type to that of the sample and on analysis olaquindox or
interfering substances should not be detected.

Recovery test
A recovery test should be carried out by analysing the blank feed which has been

fortified by addition of a quantity of olaquindox, similar to that present in the sample.
To fortify at a level of 2.5 mg/kg, transfer 1 ml of the stock standard solution (3.5.1) to
a 250 ml conical flask, add 10 g of the blank feed, mix thoroughly and leave for 10
min mixing again several times before proceeding with the extraction step (5.2}. In
stead of 40 mi water, 39 ml water should be added in the extraction step.
Alternatively, if a blank feed similar in type to that of the sample is not available (see
5.1.1), a recovery test can be performed by means of the standard addition method.
In this case, prepare two independent laboratory sampie aliquots ( A and B) of the
feed to be examined. Spike one of them (A), before extraction with a quantity of
claquindox, similar to that already present in the sample. Both samples are analysed.
Calculate the analyte content in sample A and B and calculate the recovery by

subtraction.

Extraction
Weigh to the nearest 0.01 g, approximately 10 g of the sample. Transfer to a 250 ml

conical flask, add 10 ml of methanol (3.1) and place the flask for 5 min in the ultra-
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5.3.

5.3.1.

5.3.2.

5.3.3.

CANFAS/OLA/03102001/K MICHELS

sonic bath (4.1). Add 40 ml water and leave in the ultrasonic bath for further 15 min.
Remove the flask from the ultrasonic bath, shake it for 30 min on the shaker {4.2) and
filter through a folded filter or a glass fibre filter (GFA, Whatman) (see remark 7.1). It
is highly recommended to filter the clear samples by using a membrane filter (4.3)
additionally. Proceed to the HPLC determination (5.3).

HPLC determination

Parameters:
The following conditions are offered for guidance, other conditions may be used

provided that they give equivalent results.

Analytical column {(4.4.1). See remark 7.2.

Mobile Phase (3.4): water (3.3) - methanol (3.1.) mixture, 900 + 100 (V+ V)

Flow rate: 1.5 - 2 mi/min

Detection wavelength: 380 nm

Injection volume: 50 l -100 pl

Check the stability of the chromatographic system injecting several times the
calibration solution (3.5.3) containing 1.25 pg/mi, until constant peak heights and

retention times are achieved.

Calibration graph
Inject each calibration solution (3.5.3) several times and determine the mean peak

heights (areas) for each concentration. Plot a calibration graph using the mean peak
heights (areas) of the calibration solutions as the ordinates and the corresponding
concentrations in pgiml as the abscissae.

Sample solution
Inject the sample extract (5.2) and determine the peak height (area) of the olaquindox

peaks.

Calculation of the results
From the height (area) of the olaquindox peaks of the sample solution determine the

concentration of the sample solution in pg/m! by reference to the calibration graph

(5.3.2).
The olaguindox content w (mg/kg) of the sample is given by the following formular:

c*50

Seite 3 von 4



in which:
¢ = olaquindox concentration of the sample extract (5.2) in pg/ml
m = mass of the test portionin g

Remarks

7.1 Instead of filtration through a folded filter a centrifugation step could be carried out. If
plastic vials are used for centrifugation, a recovery study should be carried out to
validate this application.

7.2 The foilowing columns could be recommended: Hypersil ODS 5 pm 200 x 4.6 mm,
Spherisorb ONS 2 5 um 250 x 4.6 mm, LUNA C18(2) 5 ym 250 x 4.6 mm.
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CANFAS COLLABORATIVE STUDIES - 2ND ROUND - NOVEMBER 2001

ANNEX 2 - Report form

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 - 2nd round
Lab-name:
Contact person: {e-mail:
fax:
telephone:
Date of analysis: I:I
Analyte: : OLAQUINDOX B
Resuft 1 Result 2
Unit {ma/kg) (ma/kg)

Sample code




CANFAS COLLABORATIVE STUDIES - 2nd round - NOVEMBER 2001

ADDITIVE: OLAQUINDOX

Annex 3 - Instructions for handling of the samples

1. Storage

Store the samples at room temperature until analysis. Protect the material from direct light.

> Mil

Grind the feed samples with a mill equipped with a 1 mm screen

3. Mixing of s bef ot

Mix the entire sample thoroughly



CANFAS COLLABORATIVE STUDIES - 2nd round - NOVEMBER 2001

ADDITIVE: OLAQUINDOX

Annex 4 - Questionnaire

(I LT (o] SRR PR
L0001 on o 0L -1 RO
Date(s) Of @NalYSIS: «i.uieriiriiiiii i e e e e e h b st s s an e e nranaesrensenes
: hi itions:
» Column:

e O As described in the method

L 11 U UTUTT O UTTUURPRTERI
»  Mobile phase:

o O As described in the method

L i 1 T TR OP PR
o  Flowrate: ......ccevnve mi/min
* Injection volume: ...........}
s Retention time of olaquindox: ........ min

e Blind positive feed samples
+ Blind blank feed sample {from your own collection and to be used for recovery purposes)

Please indicate the olaguindox peak with an arrow

Recovery results:

e Percentage recovery: ....... %

« Single / duplicate determinations: O single O duplicate

» I duplicate, please give both percentages: ...... % and ....... %

s Spiking levei: ........... mg/kg



CANFAS COLLABORATIVE STUDIES - 2nd round - NOVEMBER 2001.

ADDITIVE: OLAQUINDOX

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

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

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 +31-317417717

Thank you for your co-operation !
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iaLﬁéipi {?ﬂ‘i \«n/4£i 5{3113§&¢@«c1%ﬁx

BESTMIX - Afdruk mengopdracht

2 250.00 Biggen opfok korrel
biggenvoer van 12 tot 25/30 kg

/nymw 2.5 pp
Grondstof Silo % Gewicht Tol. Cumul Gew. Charge Charge
kg +/-Afw. kg ‘24/ ,?5-
Weegschaal DW 1
113 Zonbl.schr.290re ( 2) 2. 0.30 10.00 ..9(. -.@(.
460 TapiocaéS%zetmeel ( a) 7. 1.13 47.50 S .&iy
77 Soja 45/46 (arg/braz) ( 9) 13, 1.95 112.50 VM
Weegschaal DW 2
145 Tarwe (voer) ( 9) 10. 1.50 50.00 Y
14 Gerst { 11) 37. 5.57 235.50 Voo v
40 Mais ( 12) 12. 1.80 2595.50 a Y
Bijstort SP4
34 Lynzaad ( 0} 5. 0.75 25.00 N2
105 Vismeel 65.9% re ( o) 4. 0.66 47.00 V. e
Bijstort SP6
. v v
476 Powerfood Twil melkv ( 0) 4. 0.60 20.00 . Y... .....
Bijstort SP7
21 Fumaarzuur { 0) @. 0.01 1.25 .V (/
78 L-lysine HC1 ( 0) o. 0.01 2.10 LA ..t;“
79 DL-Methio-nine ( 0} o. 0.00 2.25 NV
117 Krijt/kalksteen ( 0) o. 0.02 4.50 VAU
228 Monocal Belgie { o) o. 0.03 7.00 N
485 Zout { 0) o. 0.01 7.50 L,
508 Prem biggen Rikilt ( o) 1. 0.05 12.50 ..Q(. V4
Viceistoffen
474 Melasse riet >450s8 { 3) 2.50 12.50 0.38 12.50 '/ V
Totaal 500.00
RETOURPRODUKT T
INSTELLINGEN
=n O
T.R. ; AT 5D % Meel temp .80. °¢c feoredy a2 °C
v.zZ. gr?f Em .. Ho. . s Matrije diam. : 2,5 x 35 mm
Z.F. : R72... . mm >¢yya K.P. do.. “amp
H.M. hcog/laag toeren Laagdikte Ko ¥s cm
kringloop : ja e -
L.M. : voormengen 3 0. sec Zeef Ko . mm
namengen 0 sec Kruimelen :
. o
M.D. : .. #S.. 1/h &duoc//u/jw(aﬁé 12.0%
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BESTMIX - Afdruk kostenformulier - 25/09/01 - IPC DIER BARNEVELD

2 250.00 Biggen opfok korrel
biggenvoer van 12 tot 25/30 kg

Nx Grondstofnaam Aandeel Gewicht
14 Gerst 37.10000 185.500
77 Soja 45/46 (arg/braz) 13.00000 65.000
40 Mais 12.00000 60.000
145 Tarwe (voer}) 10.00000 50.000
460 Tapioca&S¥zetmeel 7.50000 37.500

34 Lynzaad 5
105 Vismeel 65.9% re 4
476 Powerfood Twil melkv 4
474 Melasse riet >450s 2
113 Zonbl.schr.290re 2
508 Prem biggen Rikilt 1.00000 5.000
228 Monocal Belgie 0
117 Krijt/kalksteen 0

21 Fumaarzuur 0

78 L-lysine HCI1 0
485 Zout 0

79 DL-Methioc-nine 0

Nr Nutrient * Berekend * Verschil * Minimum Maximum *

1l Re * 181.11 g * * 180.00 200.00 *

2 Rvet * 42.70 g * * 65.00 *

3 Rc * 43.8B3 g * * 45,00 *

4 Vocht * 123.47 g * * 130.00 *

5 Ras * 58.90 g * * 1.00 *

6 Zetmeel * 3923.4% g * ~26.51 * 420.00 *

8 Ca * 7.76 g * * 7.00 9.00 *

S P * 6.36 g * * 1.00 *
11 Lysine * 11.37 g * * ve
12 Methion * 3.84 g * * *
13 Meth+cys * 6.97 g * * *
14 Trypt. * 2.21 g * * *
15 Threon. bl 6.81 g * * *
16 Isoleuc * 6.78 g * * *
19 Linolz. * 10.07 g * »* 10.00 *
30 EW*100 * 106.96 * -0.04 * 107.00 107.00 *
32 P-vert * 3.58 g * * 3.00 *
34 dvLys v * 9.53 g * * 9.00 *
35 dvmet * 3.19 g * * 3.00 *
36 dvM+C * 5.41 g * * 5.40 *
37 dvtxyp v * 1.72 g * * 1.70 *
38 dvtreo v > 5.01 g * -0.09 * 5.10 *
50 Cu * 73.896 mg * * *
51 Na * 1.78 g * * 1.50 3.00 *
53 K * 8.74 g * * 12.00 =
54 C1 * 3.98 g * * 1.50 *
8% Gewicht * 100.00 * * 100.00 100.00 *
100 vit. A * 4000.00 i.e. * * *
101 vit.D3 * 800.00 i.e. * A *
102 wvit.E * 734.68 mwg * * *
103 BHA/ethy * 0.02 mg * * N
106 ethopab * 13.00 mg * * .
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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 2" collaborative study

Additive :
Product :

Date of determination :

Olaquindox
Piglet feed, 10 ppm

October 20" 2001

Sample Content
ppm
345312 10,5
345314 10,2
345327 10,6
345328 10,3
345344 8,7
345345 8,7
345363 8,3
345372 10,5
345393 10,9
345425 10,4

Homogeneity
Crtiterion : CVpetween = < 15%

Average (ppm)

SD (between samples)
CV (between samples)
Grubb's test, single lower
Grubb's test, single upper
Grubb's test, double lower
Grubb's test, double upper

no cutlier
no outlier
no outliers
no outliers




CANFAS

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

Homogeneity test 2" collaborative study

Additive : Olaquindox
~ Product : Piglet feed, 2.5 ppm
Date of determination October 29", 2004
Sample Content
ppm

345301 2.7

345318 2,7

345323 2,8

345334 3,2

345339 3,1

345371 3.1

345392 2,6

346402 32

345412 29

345432 29
Homogeneity OK
Criiterion : CVperween = < 15%
Average (p;;nT 2,90
8D (between samples) 0,219
CV (between samples) 7,5 Result Grubb's test
Grubb's test, single lower 1,372 no outlier |
Grubb's test, single upper 1,372 no outlier
Grubb's test, double lower 0,5574 no outliers
Grubb's test, double upper 0,5574 no outliers
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Sample codes supplied to the participants in the olaquindox collaborative study, 2nd round

OLAQUINDOX OLAZ2 piglet OLA2 piglet OLAZ2 piglet OLA2 piglet
number of participants 22] 2.5 ppm 2.5 ppm 10 ppm 10 ppm
OLA 1a OLA 1b OLA 2a OLA 2b
Participant code
12 125397 125419 125309 . 125421
15 155332 155407 155316 155400
16 165403 165423 165427 165389
17 175313 175431 175331 175352
18 185350 185353 185368 185395
“[l20 205377 205428 205367 205417
21 215341 215401 215351 215422
22 225373 225418 225361 225424
23 235310 235325 235342 235365
24 245326 245410 245307 245426
25 255349 255383 255306 255411
26 265404 265413 265390 265398
29 295354 295356 295319 295418
31 315414 315429 315359 315399
32 325364 325409 325305 325375
33 335304 335347 335308 335362
34 345366 345386 345321 345379
35 355317 355322 355357 355406
37 375311 375387 375343 375405
38 3856355 385369 385336 386374
40 405315 405391 405381 405385
41 __415320 415330 415396 415430
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Table with results, questionnaire (page 1) and chromatograms
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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 - 2nd round
Lab-name:
Contact person: |e-mail:
fax:
telephone:
Date of analysis:
Analyte: | OLAQUINDOX H
Result 1 Result 2
Unit|  (mglkg) (mg/kg)
Sample code
125309 . 688 | 699
125397 180 | 229
125419 BT A I
125421 8,57 874




CANFAS COLLABORATIVE STUDIES - 2nd round - NOVEMBER 2001
ADDITIVE: OLAQUINDOX

Annex 4 - Questionnaire

Date (s} of analysis: 21-dec-01

Chromatografic conditions:

Column:
1- As described in the method:
2- Other; Tracer extrasil ODS 5x25x0,46
Mobil phase
1- As described in the method: yes
2- Other:
Flow rate: 1,3 mixmin™*
Injection volume: 1580 ul
Retention time of claquindox: 9,7 min.

Cromatograms: |In the file word annex!

Recovery resulits:

1- Percentaje recovery: 94,7% and 91,4%
2- Single / duplicate determinations: no

3- If duplicte, please give bth percentages:

4- Spiking level: 25 and 50 ug



Instrument 1 1/15/02 i
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Externall Standard Report
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Sorted By : £8ignal
Calib. Data Modified : 11/15/02 B:07:47 AM
Multiplier : 31.0000
Dilution H 11.0000

Signal 1: DAD1 A, Sig=380,4 Reef~500,80

RetTime Type Area Amtt /Area Amount Grp Name

{min] [mAU+g] {ug/ml]

9,752 PB 189.33951 1.7%5131e-3 3.31593e-1 Olaquindox -
Totals : 3.31593e-1

Results obtained with enhancced integrator!

Fr 113t T 33t i 2 4 3 2 P+ + F 2 8 2 2 2 2 £ 2 8 2 2 & B £ 3 § 3 0 ¢ L b b 2.3 40 1 & 4 2 R 2 % - 3% 2 & § 3 & B 4 3 &2 $£-3 } % & § 3

*txt End of Report *¥»
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Externa.l Standard Report
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Sorted By ] : {Signal
Calib. Data Modified : '1/15/02 8:07:47 AM
Multiplier H :1.0000
Dilution : :1.0000

Signal 1: DAD1 A, S5ig=380,4 Ref=500,80

RetTime Type Area Amit /Area Amount Grp Name

[min] [mAU*g] [ug/ml] |

9.577 PB 197.40469 1.7'5131e-3 3.45718e-1 Olaquindox
Totals : 3.45718e-1

Results obtained with enhanc:ed integrator!
==I================="====!==========-===-‘===-========--==!=======ﬂ=t-

*x%: End of Report *+&»*

mstrument 1 1/15/02 8:58:22 A Plage 1 of 1
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CANFAS COLLABORATIVE STUDIES - 2ND ROUND - NOVEMBER 2001

ANNEX 2 - Report form

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 - 2nd round
Lab-name:
Contact person: le-mail:

fax:

telephone:

Date of analysis: [30,11,2001

Analyte: OLAQUINDOX
Result 1 Result 2
Unit (mg/kg) (ma/ka)
Sample cade
155316 1088 104
155332 285 2,63
155400 o891 950
155407 2,89 292




CANFAS COLLABORATIVE STUDIES - 2nd round - NOVEMBER 2001

.':.;-,
ADDITIVE: OLAQUINDOX

Annex 4 - Questionnaire

Laboratory: ..
Contact person: .

llllllllll [ R N N RN R RN NI YR RN NY )]

Y

LR R R R R R PR N AR SRR YN

Datels) of enalysis: ......cocorerrennes

Chromatograntic conditions:

= Colurmnn:

s 0 As describad in the methor R
o BOter: . AMSETLEL ONS 2 . Shem w250 mom AL ...,

¢ Mobile phase:
« As described in the method

T a L1 ORI vrenssiesaensasenineryarNsEtEaTIIeatsaataES Sl e aee A EaY e haE PR Hanarnnnraan
*  Flowrate: ..d:2....... mymin
* Injection volume: .%=.....4l
* Retention time of olaguindox: “ min

MMAateEram Plegse In

* Blind positive feed sampies
Blind blank feed sampie (from your own collection and to be used for racovery purpeses)

Flease indicare the olaquindox peak with an arrow

Beeovery resuts:
*  Pergemtage recovery: ..o %
*  Single / duplicate determinations: O single J'duplicate

* if duplicate, please give both percentagesﬂ&& % and !
*  Spiking level: . :2. . mg/ke

02,8
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External Standard Report
R R S R N L S D R T D e I I I S0 70 0 ey e 9 R P 41 2 Py oy o
| By ; Signal
Data Modified :  Monday, December 03, 2001 10:07:00 AM
lier ;. 1.0000
n : 5.0000
1: DAD1 A, 8ig=380.4 Ref=450.50
1¢ Type Area AmtArea Amount Grp Name
{mAU"s] (ngrul) .
| | 1 }_I
SBE  £8.080502.011400-2 ©0.01049 olaquindox
: 8.91049 <
s obtained with enhanced integrator
E==============3=============E============================“====

» End of Report ***

1 12/3/01 10:1€:44 AM adl
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External Standard Report i
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i
d By . signal 5
. Data Modified :  Menday, December 03, 2001 10:07:00 AM ;
ler : 1.0000 |
n 15,0000
1 1: DAD1 A, Sig=380,4 Ref=450,50 i
Me Type Area Amt/Area Amount Grp Name
[—__lnnALPi] |lh0hﬂl 1
2BS 2010433 2.67603e-2 2.89108 olaquindox
b 2.89103
e obtained with enhanced integratort |
T ———r T e B L B g D e S
** End of Report ***
§
|
!
1 12/3/01 10:21:05 AM adl Pagetof 1
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d By : Signal
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slier : 1.0000

on : §.0000

i 1: DAD1 A, Sig=380,4 Ref=450,60

me Type Area Amt/Area Amount Grp Name
| [mAURs] Inghdl]
@ - - -  olaquindox

g: 0.00000

Jits obtained with enhanced integrator!
imings or Errors :

ing : Calibrated compound(s) net found
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1 . signal :
Data Modified : Monday, December 03, 2001 10:07:00 AM !
Her : 41,0000 ' |
m » §.000D 5
11 DAD1 A, Sig=380,4 Ref=450,50 f
Ne Type Area AmvArea Amount Grp Name .
™ Tl |
i I { 1= . - i \
8B8  1a71838288401e2 232248 olaquindex fec. 23T .. . 39 '/
2.32248 g5
15 obtained with enhanced integrator! !
"‘-------¢====s========================I=========8=l============ '
** End of Report ***
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CANFAS COLLABORATIVE STUDIES - 2ND ROUND - NOVEMBER 2001

ANNEX 2 - Report form

CANFAS

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

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

Subtitle: Task 4 COLLABORATIVE STUDY - 2nd round
Lab-name:
Contact person: le-mail:

fax:

telephone:

Date of analysis: |Nov. 20/21, 2001

Analyte: OLAQUINDOX |
Result 1 Result 2
Unit {mgrkg) (mg/kg)
Sample code
165389 973 952
165403 270 263
165423 .. 280 | 2711
165427 865 | 949




CANFAS COLLABORATIVE STUDIES - 2" round - NOVEMBER 2001

ADDITIVE: OLAQUINDOX
Annex 4 - Questionnaire

Laboratory:
Contact person:

Date(s) of analysis: November 20./21., 2001

Chromatographic conditions:
e Column:

e [ As described in the method

e xOther: Phenomenex LUNA C18(2), 5 um, 150 x 46 mm
¢ Mobile phase:

» x As described in the method

+« [ Other:

* Flow-rate: 1.3 mimin
s Injection volume: 20 yl
* Retention time of olaguindox: 6.9 min

Chromatograms: Please include representative chromatograms of:

* Blind positive feed samples

* Blind blank feed sampie
Please indicate the olaguindox peak with an arrow

Recovery results:
* Percentage recovery: 74.7 %

* Single / duplicate determinations: O single x duplicate
* If duplicate, please give both percentages: 75.3 and 74.0 %

* Spiking level: 3.65 mg/kg



CANEA) ~ Olanuilox

Bl blnte fead Sumple. o

CH. 1 C.5 5.0 ATT 1 QOFFS 18 1(1r24ar91 @a3:43

N\

With Olagebidon 3 65n

N

2.85
3 .88
8 .43
INJ HNO. OF STD ¢ &t » 1 REP > 1st level
D-25068 11,288,811 83:83

FILE: 3 CALC-METHOD: EXT-STD TABLES 9 CONC: HEIGHT

NO . RT ARER HEIGHT UG~/NML NAME
4 7 .35 6477 356 8.738 OLA

ot“ﬂw\ul,g‘ﬂ-' ”"lm! Gy ...' —»N

CH. 1t C.5 S5.89 RTT t OFFS 18 11/28s/81 ©3:14 omoﬂ}l»&,

1

7 .36 0[,‘1‘_,:_40&

-*1T

0-2508a ' _ 11/298/81 83:14

FILE: 3 CALC-METHOD: EXT-5TD TRBLE: 9 CONC: HEIGHT

NO . RT AREA HEIGHT UGs/nL NRME
1 1.28 11894 1321 8 .881
3 7 .36 9437 358 1.128 OLR

TOTAL

- T g - N ey - ‘a2 am am

1.28



CH. t c.s 5.8 ATT 1 OFF5 1@ 11-/28-/81 A2:29

J 28

D-2580 11-,20/81 82:29

FILE: 3 CALC-METHOD: EXT-STD TRBLE: 9 CONC: HEIGHT

NO . RT ARER HEIGHT UG/ML NAME
1 1.23 191796 5552 2.006
2 3.58 28992 263 2.9080
TOTAL
122788 5815 8 .886
PERK REJ 1a8
SF 1.008

SANP~ANT 1.808

' IL:.V\DL Hm&z— -Fer-wc ‘l'nmpf_&

{



~ Bidee 12 PV PY RN RV
CH. 1 C.S 5.8 RTT 3 0FFS 18 11721781 18:22 0‘1—30,14&

A

s 3

IMNJ NO. QF STD = 1 » 1 REP , 1st level

p-25688 11721781 18:22

'FILE= 3 CRLC-METHOD: EXT-STD THBLE: 8 CONC: ARER

NO . RT ARERA HEIGHT UG~sML NRAME
9 6 .92 21683 1388 8.73I@¢ 0LRAQUI

Samgle. Codle. 16542

CH. 1 €C.5 S5.99 ATT 3 OFFS 18 11-21s81 18:33

1 L
1.84

3=1

4
33.9%
4 .52

6.99  Oleauh.don
8 .49
-
D-258009 1121681 18:33

FILE: 3 CALC-METHOD: EXT-STD THABLE: 8 CONC: ARERA

NO . RT ARER HEIGHT UG~-ML NAME
1 1.16 466313 35283 8 .466
2 1.94 5756 763 B .80¢
3 3.10 1383 34 8 .681
4 3 .44 1792 119 B .9g2
9 3 .90 1523 64 B .882
6 4 .52 695 56 @.881
- & .9 SYFXAX TS 1T 1 ao2a Nl amieT
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FILE: 3 CRLC-METHOD: EXT-STD TABLE: 8 CONC: ARER

ND . RT ARER HEIGHT UG~-ML HAME
5] 6 .88 21662 1455 P.730 OLAQUI
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v 4l
CH. 1 ¢.5 5.2 ATT 3 OFFS 18 11,21,81 17129 o 3

Jﬁ | e |

1.84

4

6 .85 thdhdnn

b-25ag 11,21,81 17:29

FILE: 3 gaLc-METHOD: EXT-STD TABLE: 8 CONC: ARER
NO ., RT ARER HEIGHT UB/ML NAME
1 1.16 454728 34835 8 .455
2 1.84 5416 722 @ .885
3 3.94 2285 64 8.002
4 3 .42 1562 1e3 B.682
3 3.93 1568 94 @.602
3 4 .45 488 42 B.008
7 6.95 15843 971 @.534 OLAQUI
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CANFAS COLLABORATIVE STUDIES - 2ND ROUND - NOVEMBER 2001

ANNEX 2 - Report form

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 - 2nd round
Lab-name:
Contact person: |e-mail:

fax:

telephone:

Date of analysis: [2.+10.01.2002

Analyte: OLAQUINDOX
Resuit 1 Result 2
Unit|  (mg/kg) (mg/kg)
Sample code
175313 .28 308
175331 1030 10,60
175352 ‘ 10,05 9,97
175431 300 2,95




CANFAS COLLABORATIVE STUDIES - 2nd round - NOVEMBER 2001

ADDITIVE: OLAQUINDOX
Annex 4 - Questionnaire

Laboratory: .»
Contact person: ..

Date(s) of analysis: ?.4‘:4/(0/!’?00"?' .....
Ch I hi itions;
¢ Column:

e [ Asdescribedin the_ method

e (3 Other: S'plneﬁsmb ...... 'C/{O
*  Mobile phase:

. ,m’ As described in the method
8 3 OB onoesesssseessersaesntessesnass et RN NN St e aRe R RE RN S ae s Es e e b s eae s r b aarbaben nnnn e atnnrnn
* Flowrate: ... 11 0....... m/min
Injection volume: .A@.....!
Retention time of olaquindox: 6!.0.’ min

\romatograms. Please in
* Biind positive feed samples

Flease indicate the olaquindox peak with an arrow

Recovery resuits:

* Percentage recovery: q‘g %

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

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

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

Blind blank feed sample (from your own collection and to be used for recovery purposes}

* Single / duplicate determinations:)géingle 0 duplicate

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

*  Spiking level: 3'?5- mg/kg

. ’Perceuwlaqe recovery : 3.3 A
’ _('lhﬁ‘.e

* Cpiking Level : 40 wglg



D-7000 HSM: Olaquindox Series: 0226

Sample Name: 175313

Analyzed: 09.01.02 13:58 Reported: 15.01.02 10:13
Processed: 15.01.02 10:13

Data Path: C:\Win32App\HSM\OLAQU\DATANC226\

Application: Olaquindox Series:0226
Injection from this vial: 1 of 1 vial Number: 6
Volume: 20,0 ul

Sample Description:
Chrom Type: Fixed WL Chromatogram, 380 nm

Intensity (mV)
o
]

Retention Time {(min)

Acquisition Method: Olaguindox
Column Type: RP 18
Pump A Type: L-7100

Solvent A: MeOH/H20 Solvent B: MeOH/H20

Solvent C: MeOH/H20 Solvent D: MeOH/H20
Peak Quantitation: AREA Sample Amount: 0,200
Calculation Method: EXT=-STD Scale Factor 1: 1,000
Name : RT Area Conc 1

4,28 431 0,000
Olagu 6,89 7772 2,973
8203 2,973 )

Peak rejection level: 0

Darme Twvmrdd ~ad man - A


file://C:/Win32App/HSM/OLAQU/DATA/0226/

D-7000 HSM: Olaquindox

(7

Series: 0229

Sample Name: 175352
Analyzed: 10.01.02 11:58

Reported: 15.01.02 10:20
Processed: 15.01.02 10:19

Data Path: C:\Win32App\HSM\OLAQU\DATA\0229\

Application: Olagquindox
Injection from this vial: 1 of

Sample Description:

1

Series: 0229
Vial Number: 4
Volume: 20,0 ul

Chrom Type: Fixed WL Chromatogram, 380 nm

2.0 3 2
1,8 é
] 10 3
B 5 .
g 0,5 3 -
a - L7
s 3
+ —
S 0,0 =
—o,sé
1,0 3
|RRAAS RARRE RASAS| AN RARRE T A RARRS RARRS LEARY RALAS: T T
0 1 2 3 5 6 7 s A
Retention Time {(min)
Acquisition Method: Olaguindox
Column Type: RP 18 _
Pump A Type: 1-7100 ‘
Solvent A: MeOH/H20 Solvent B: MeOH/H20
Solvent C: MeOH/H20 Solvent D: MeQH/H20
Peak Quantitation: AREA Sample Amount: 0,200
Calculation Method: EXT-STD Scale Factor 1: 1,000
Name RT Area Conc 1 EC
6,19 0 0,000
Olaqu 6,88 29814 9,967 MC
29814 9,967

Peak rejection level: 0

pPage Indicator 2 / 2


file://C:/Win32App/HSM/OLAQU/DATA/0229/
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CANFAS COLLABORATIVE STUDIES - 2ND ROUND - NOVEMBER 2001

ANNEX 2 - Report form

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 - 2nd round
Lab-name:
Contact person: e-mail:

fax:

telephone:

Date of analysis: 10-12-2001]

Analyte: OLAQUINDOX
Result 1 Result 2
Unit {mg/kg) (mya/kg)
Sample code
185350 - 2,10 1,90
185353 .30 280
185368 o 860 8,50
185385 940 9.80




CANFAS COLLABORATIVE STUDIES ~ 2nd round - NOVEMBER 2001

ADDITIVE: OLAQUINDOX

Annex 4 - Questionnaire

Laboratory: rrareaen et B - T T
COntact person: ...... . T

1 U
Date(s) of analysis: .Ao//.i. (... loal.

*  Column: . ~ (.
* Asdescribed in the method s'vz-luaﬂ/‘l o535 /1{56.!‘(‘ oy Spwn

® JLOMII oot et
* Mobile phase:

e X As described in the method

S o 1)1~ SO O PP SO
*  Flowrate: .......... mi/min

* Injection volume: ..SQ...pl
* Retention time of olaquindox: gr?.'. min

Wromatograms: Please in
* Bilind positive feed samples
*  Blind blank feed sample {from your own collection and to be used for recovery purposes)

Flease indicate the olaquindox peak with an arrow

* Percentage recovery: At % ‘
* Single / duplicate determinations: O single X dupiicate 14 %
* I duplicate, please give both percentages: .64. % and k&

*  Spiking level: -_*}5 mg/kg



ML WALLAUW JW s i i e -

Current Chromatogram(s)
DAD1 A, Sig=380,4 Ref=350,100 (ADG1 12TO\CANFAS22.D)
DAD1 A, Sig=380,4 Ref=550,100 (ADO11210\CANFAS23.0)

mAU

14—

Blanc N* 185823
12

Bianc N* 185823 spike%l 25 mgli¥g

10+

[
—
o
—
L}
-l
¥
2




Lt of window 38: Current Chromatogram(s)

Current Chromatogram(s)

DAD1 A, §ig=380,4 Ref=560, 100 (ADOT12T\CANFAS28.0)

mAU

14

N* 185350 10 g/SOmi

-

|

T4
R I B R T L -

Ty



L oI window JSyg.; CuUurrent uvnromavogralils)

Current Chromatogram(s)
DAD1 A, Sig=280,4 Rel=550,100 (AD011 Z1IVCANFAS32.0)

mAU 7

14

6| N° 185368 10.9/50 ml




't of window 39: Target + Library Spectrum

Target + Library Spectrum
*DADY, 8356 (1.4mAU, - } Ref=8.145 & 9.1E5 of CANFASZE.D

*Olaquindox
Anomn 4’

1

N* 185350 10 g/s0mi

» Olaquindox standard .25 pgfmi

malch = 853.7

1.2 -

0.8

0.6

0.4-

0.2

LR T N | -

R N N A Y ala! - ———




tE of window 39: Target + Library Spectrum

Target + Library Spectrum
"DAD1, 8.465 (0.3 mAU, - ) Ref=7.965 & 0.239 of CANFAS32D

*Olaquindox

Anorm

9 ’
N° 185368 109/ S0 ml

Oiaquindox standard 1.25 pg/mi

match = 086

4

R R A RN L | b B R B B B V——
Dama 1 ~F
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CANFAS COLLABORATIVE STUDIES - 2ND ROUND - NOVEMBER 2001

ANNEX 2 - Report form

CANFAS

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

Subtitle:
Lab-name:

Contact person:

Date of analysis:

Analyte:

Task 4 COLLABORATIVE STUDY - 2nd round

e-mail.
fax:
telephone:
24/11-04/12/2001
OLAQUINDOX |
Result 1 “Resuilt 2
Unitf  (mglkg) {mg/kg)
Sample code
205367 9,09 910
205377 23| 233
205417 8,00 8,99
205428 2,44 238
-




CANFAS COLLABORATIVE STUDIES NOVEMBER 2001 —
ADDITIVE: OLAQUINDOX

Annex 4 - Questionnaire

Laboratory: .

Contact person:

Date of analysis: december 2001

_Chromatog;aphic conditions:

¢ Column:
* [As described in the method
*  Other: ODS Hypersyl C18 200x4.6 mm, 5 um
* Mobile phase:
* / Asdescribed in the method
¢ [1Other
* Flow rate: 1.5 ml/min
* Injection volume: 100 pl

* Retention time of nicarbazin: 6.8 min

Chromatograms: Please include representative chromatograms of:

* Blind positive feed sample
* Blind blank feed sample

Recovery resuits:
* Percentage recovery: 87.7%

* Duplicate determination: 87.8 % and 87.6 %
* Spiking level: 2.5 mg/Kg



15
1251
10 -

3 blank

SLS
oth‘a"‘“ﬂ‘,

g
Xy =4
-

External Standard Report
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- External Standard Report
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CANFAS COLLABORATIVE STUDIES - 2ND ROUND - NOVEMBER 2001

ANNEX 2 - Report form

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 - 2nd round

Lab-name:

Contact person: e-mail:
fax:
telephone:

Date of analysis:

Analyte: | OLAQUINDOX

Resuit 1 Result 2
Unit|  (mg/kg) (mglkg)
Sample code
215341 3,40 343
215351 897 9,41
215401 3,35 348
215422 . 980 9,16




2l
CANFAS COLLABORATIVE STUDIES - 2nd round - NOVEMBER 2001

ADDITIVE: OLAQUINDOX

Annex 4 - Questionnaire

Laboratory: R -7 "o "
COMECE PETSON: ... vh et vembenennsensstes s smtsr s enseese s ’
Date(s) of analysis: 2‘2‘/{’(6251/(/{/’/2001, ................................................
Chromat hi _—
¢ Colummn:
* 0 As described in the method
* Koter: RUPRLCombn. oGl AR AD0m 22 06 W + SUPL G ar D
* Mobile phase: CC AE 2eux G, b,
* O As described in the method :
*  KOther: GQ{\%\@NT@\,&LT\OHC{\choN(?R\LE—ACETHTé' Qurreg
*  Flowrate: /{,-2 ml/min 904m H*r C,lé )

*  Injection volume: .22, i
* Retention time of olaquindox: “1',6.5 min

* Blind positive feed samples
*  Blind blank feed sample (from your own collection and to be used for recovery purposes)

Please indlizate the olaquindox peak with an arrow

* Percentage recuvel'y:‘ﬁﬁ.'2 %
Single / duplicate determinations: O single X{ duplicate

If duplicate, please give both percentageS:ng-- % and {03,8 *
Spiking level: 315 mg/kg



BQfa File Sample Nam

Injection Date : 22/11/2001 14.27.01 Seq. Line : 3
Sample Name : 5422-A Location : Vial 2
Acqg. Operator : Inj : 1

Inj Volume : 50 ul
{
22/11/2001 13.39.28
C:\HI.
23/11/2001 9.43.43
{modified after locading)
DAD1 A, Sig=365,8 Ref=off » ]

Acqg. Method
Last changed
Analysis Methed
Last changed

se oy se en

mAU @ ¥
] T e
. o
j 701 ng
] G— oLAQU MDox
so..
] |
e |
L} 40_ l
! 30
; ] l
i 1
207
@ 10
i b
! J
; 0
| ]
i ™ T T LR T T T T T
0 2 4 ] 8 10 12 14 1€
External Standard Report
Sorted By : Signal
Calib. Data Modified : 23/11/2001 8.43.38
Multiplier : 1.0000
Dilution H 1.0000

Signal 1: DAD1 A, 5ig=365,8 Ref=off

RetTime Type Area Amt/Area Amount  Grp  Name
{min] [mAU*s] [ng inj.]
------- e Rttt el el Bl Bl B
7.65% MM 215.14258 4.55740e-1 98.04917 QLAQ-olaquindox
Totals : 98.04917

Results obtained with enhanced integrater!



file://C:/HI

Sample Name:

Inlemtins oo oTmTEos e 2i
Injection Date : 22/11/2001 16.48.06 Seq. Line : 9
Sample Name : o Location : Vial 7
Acq. Operator :SPWRS N =aNYLE In : 1
Inj Volume : 50 pl
Acq. Method .
Last changed  : 22/11/2001 13.39.28
Analysis Method :
Last changed  : 23/11/2001 10.38.09
; {modified after locading)
: DAD1 A, Sig=365,8 Ref=off
mAU |
i 20—, @
| : g 0_‘5)
: ' 2 | oLAu Nbhox
| 15 a4
!
i 4
| 10+
o |
o
5]
104
————— ; T ] T T T — .
o 2 4 & 8 10 12 14 15 ~
External Standard Report
Sorted By : S:Lgnal
Calib. Data Modified : 23/11/2001 9.43.38
Multiplier : 1.0000
Pilution : 1.0000

Signal 1: papl A, $ig=365,8 Ref=off

RetTime Type Area Amt/Area Amount
[min] [MAU*s] fng inj.]
“““““ | mmmm e mmmmmmmmem | mmmmm s | mm o m o

7.643 MM 56.26999 4.4769%e-1  25.19200
Totals . 25.19200

OLAQ-claquindox

.

e




Sample Name:

Injection Date
Sample Name
Acq. Operator

Acg. Method
Last changed

xe se sn

Analysis Method :

Last changed

- 21
22/11/2001 16.24.33 Seq. Line : g
i 1 Vial €
) %LQN ik FEED Locat;irjl : 1;

Inj Volume 50 ul

MRZ L. Yalis -1V U

22/11/2001 13.39.28

C-
23/11/2001 10.38.409
(modified after loading)

DAD1 A, Sig=365.8 Ref=off |

-
(2]
|

OLASL M AOXx RETEWTION T 7e

2 s .66

_5_
-10_
| 0 2 4_ & 8 10 12 1418
External Standard Report
Sorted By H Signal
Calib. Data Modified : 23/11/2001 9.43.38
Multiplier 3 1.0000
Dilution : 1.0000
Signal 1: DADLl A, Sig=365,8 Ref=off
[
RetTime Type Area Amt/Area Amount Grp Name
[min] [mAU*z] [ng inj.]
——————— e e Kt il e Rl Bt
7.652 - - - OLAQ-olaguindox
Tetals : 0.00000

Results obtained with enhanced integrator!
1l Warnings or Errors :

Warning :

Calibrated compound(s) not found

Diode Array 23/11/2001 10.40.08

Page 1 of 2
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CANFAS COLLABORATIVE STUDIES - 2ND ROUND - NOVEMBER 2001

ANNEX 2 - Report form

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 - 2nd round
Lab-name:
Contact person: [e-mail:
fax:
telephone:
Date of analysis: fo111115 01111720

Analyte: | OLAQUINDOX
Result 1 Result 2
Unit)  (mg/kg} (ma/kg)
Sample code
225361 998 - 873
225373 - 245 . 2,55
225424 9,80 9,88
555416 .20 283
“




CANFAS COLLABORATIVE STUDIES - 2nd round - NOVEMBER 2001

ADDITIVE: OLAQUINDOX

Annex 4 - Questionnaire

Laboratory; . h o

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

O aCt POISOM: ... o.vivsssessseessasesseaseersessenstosessasassssessssnssssssssessnassansensnesssetenesssassasennsanens

Date(s) of analysis: .....011L.12....

Chromatograptic conditions:

e & Other: H‘j?ﬁf5“9‘3095?’9§ .............

Blind positive feed samples
*  Blind blank feeq sample {from your own collection and to be used for recavery purposes)

. . thOd . . '
el € opm IR0 K Ulmm ..

Mabile phase:

I As described in the method - -
0 OREES oo oo oeesssesesmessneneassbessasabessasnssrdsbs b e RO R AR RS AR B AR be R s e e s e s bt re s r ot sasanan

Flow-rate: |;?’ mi/min

Please ingicate the olaquindox peak with an arrow

Recovery regyjts:

Percentage recovery: 101 %
Single / duplicate determinations: O single ¥ duplicate ~
 duplicate, please give both percentages: 105, % and D)%

Spiking level: 2,2 /6. > mg/kg



NEW TIMED EVENTS FROM BAYONOX . ,
#rxxews® EXTERNAL STANDARD TABLE *#*%*w%%

Akhkhhkkh kb hkkdhkrrarw® 17 -17-2001 09:23:27 Version 5.1 F*dkdhdhdhbdkbrhddhthitn

* Sample Name: blank Data File: D:bayo07
* Date: 11-11-2001 13:29:05Method: BAYONOX 11-17-2001 08:50:10 # 287
* Interface: O Cycle#: 1 Operator ann Channel#: 0 Vial#:

* Starting Peak Width: 2 Threshold: 1 Area Threshold: 100

*************************************:k***********************************1

Starting Delay: 0.00 Ending retention time: 12.00

Area reqegt: 1000 One sample per 0.200 sec.

Amount injected: 50.00 . Dilution factor: 1.0¢C

Sample Weight: 1.80¢000

PEAK RET PEAK CONCENTRATION in NORMALIZED RREA/ REF % DELTA

NUM  TIME NAME ug/ml coNc AREA  HEIGHT HEIGHT BL PEAK RET TIME CONC/1
TOTAL AMOUNT = 0.0000

. PEAKS NOT FOUND IN THIS RUN
NAME ADJUSTED RET.TIME. REFERENCE PEAK

(‘ 7.89 ola

Data File = D:bayo07.PTS Printed on 11-17-2001 at 09:23:31

Start time: 0.00 min. Stop time: 15.00 wmin. Offset: D mv.
Low Vaiue: - 0 uv High Value: 222486 uv Scale factor: 8.0

Blank ..

PD4+
PD-

ola




*#*%%*** EXTERNAL STANDARD TABLE *#+*#%#

Frxd okt xrh ke kb hhhokkdn 11-17-2001
Samgcls Iame: prov nr 2 Data File: D:BAYQ0ZS
Date: 311-16-2001 13:21:20Method: D:BAYONOX 311-17-2001 05:25:41 &
Interface O Cvele#: 1 Operator ann Channel#: 0 Vials#:

" Starting éeak Width: 15 Thresheld: 1 Area Threshcld: 200

*****w*****r**********x**********************************************

lta*tlng Delay: 0.00 Ending retention time: 15.
rag reject: 200 : One sanmple per 0.200 sec.
mount injected: 50.00 - Dilution factor: 1.00
‘ample Weight : 1.00000 :
3K RET PEAK CONCENTRATION in  NORMALIZED AREA/ REF * DELTA
M TmMe NAME ug/ml CONC AREA  HEIGHT HEIGHT BL PEAX RET TIME
1 8.151 ola 0.5100 100.0000% 33455 2147 15.6 1 1 ¢

TOTAL AMOUNT = 0.5100C

I'DS times, and heights stored in: D:BAYCO028.ATH
ata File = D BAYO028.PTS Printed on 11-17—2091 at 09:25:50
Lart time- 0.00 min. Stop time:  15.00 min. Offset: ¢ mv.
oW Valye: 0 uv  High Value: 99159 uv Scale factor: 8.0

::baqs i&-

Sample 228331

_'nln

22

09:25:48 Varsion 5.1 *reddkakdkhxrhrrhinots

252
*

*
*kok ok ok

00

CONC/RAREA

1.5244E-0%



*xwnaerr  EAXTERNAL STANDARD TARBLE &4t *i
drkFx bR Rk Ak kAR IAT 1] -77-2001 05:26:43 Version S.1 *hrcxkkddkkdrtdhdwrshs

Sample Name: prov nr 4 Data File: D:BAYOL3O
Date: 11-16-2001 13:48:11Method: D:BAYCONOX 11-17-2001°09:25:41 # 25
Interface: 0 Cycle#: 1 Operator ann Channel#: 0 Vial#:

Starting Peak Width: 15 Threshold: 1 Area Threshecld: 200

************************************************************************

tarting Delay: 0.00 ' Ending retention time: 15.00

rea reject: 200 One sample per, $.200 sec.

nount injected: 50.00 Dilution factor: 1.00

ample Weight: 1.00000

3K RETA PEAK CONCENTRATION in NORMALIZED ARER/ REF ¥ DELTA

™ TIME NAME ug/ml CONC AREA HEIGHT HEIGHT BL PERK RET TIME conNe/

] 8.131 ola 1.9754 100, 0400% 129585 8302 15.6 1 1 [ 1.524
TOTAL AMOUNT = 1.9754

-‘!E, times, and heights stored in: D:BAYO030.ATB

ita File = D:BAYCO030.PTS Printed on 11-17-2001 at 095:26:46

:art time: 0.00 min. Stop time: 15.00 min. Offset: 0 mv.
w Value: 0 uv High Value: 89418 uv Scale factor: 8.0

i :

Sa,mplc. 2252y
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CANFAS COLLABORATIVE STUDIES - 2ND ROUND - NOVEMBER 2001

ANNEX 2 - Report form

CANEAS

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

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

Subtitle: Task 4 COLLABORATIVE STUDY - 2nd round
Lab-name:
Contact person: |e-mail:

fax:

telephone:

Date of analysis: 15-12-2001

Analyte: I OLAQUINDOX
Result 1 Result 2
Unit {ma/kg) (ma'kg)
Sample code _
235325 2,35 ) 2,46
235310 243 2,30
235342 . 855 8,60
235365 B 934 950
LY




APPENDIX 5

Table with results, questionnaire {page 1} and chromatograms
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CANFAS COLLABORATIVE STUDIES - 2ND ROUND - NOVEMBER 2001

ANNEX 2 - Report form

CANFAS

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

bh

Subtitle: Task 4 COLLABORATIVE STUDY - 2nd round
Lab-name:
Contact person: e-mail:

fax:

telephone:

Date of analysis: |12 dec 2001

Analyte: ] OLAQUINDOX
Result 1 Result 2
Unit {ma/kg) (mg/kg)
Sample code
245307 889 7.89
245326 _ 2,10 2,01
245410 2,09 2,01
245426 B840 869
»




CANFAS COLLABORATIVE STUDIES - 2nd round - NOVEMBER 2001

ADDITIVE: OL AQUINDOX

Annex 4 - Questionnaire

LabOrRIOrY: ,vvvs. = eeeeqereveeperees
contactpefson.' T PSPy SR T PR -v-u--{ R L T I LT Y RN

|

Datels} of analysis: ... /z“a‘”“("'za""

sdnnnn

_— - ——

*  Column;

*  OAs described in the method _

« Zoter:..644.... 0.5, ~,29r‘f‘ﬂ~~“‘*/"-’3-*f-*'fw¢-
*  Mobile phase:

. ,B/ As described in ths mathnd o

LI = I ¢ 1T LSRR PPR TS LEEL LT et e

* Flowrate: ....7...... mi/min

* Iinjection vatume: .. }2...ul
*  Retention time of olaquindox: iq min

el WAt erams Hiease it
*  Blindg positive feed samples
’ Tlna blank feed sample (from your uwn collection and ta be used for recavery purpases)

Fleage indicate the otaquindox peak with an arrow

%ﬂlﬁ: )
' f’EFCEntage recovery: ....... %

Single / duplicate determinations: (1 single J¥duplicate é0

* dupiicate, pisase give both percentages:cf 3% and . %

Spiking lever: . 2,,.%7. mg/xeg



F.04

z{

13-12-81 17142

~plt b 245307

RING-TEST CANFAS OLAQUINDOX

P B L n i wa i $om ' e e g s

Injection Date

H

12/12/01 16.56.48

Location : vial 1

Sample Name :
Acyg. Opelralor LI
Methnd PR =] Le e s
Last changed : 12/12/01 15.23.45 by 1l
(modified after loading}
m
- DA A, =IP=3N,a R&I=550,100 (CADLZG0TOLATINGE. D) -
mAU ]
35
: 2
30+ o
25 4 .
L | .
20 ; @
g ]
15: '
[ ] )
1 | s g
] Paoe S
] P &R q
” :
5] ;o Qe 29 8 '
] i i\fﬂ - b ;t
1 3 ; ja AR RS e P\
0 - T 3 !—"n 3 """""_"r--.“-"---“’“v hera -""'l-‘-——. "Ho
N - - e .
-4 1 T v T 3 — T T ™= ——
0 2 4 [ . 19 12 14 16 _n
!
External Standard Report 2 A
Sorted By s Signal
Calip. Data Modified < 12/12/01 13.11.35
Mulllplier : 1.0000
Dilurion . 1.0000
Signal 1: DADL A, 51g=380,4 Ref=550,100
RetTime Type Axma Ant/Aren Rmount Grp Name
fmin] [mAU*s] (ng/ul)
--------------- = e mm i e | e ———————— —-i-----.---—---...—....____
9,070 B2 177.15282 1.00387e-2 1.77838 olaquindox .
f Totals : 1.77838
Resulls obrained with enhanced integrateor!
YT TP - mmme - ju—
44+ End of Report *-*
Instrument 1 12/12/01 17.12.48% Page 1 of 1



° 13-12-81 17142 P05

RING-TEST CANFAS OTAQUINDOY n¢1.l.+? ve., $deasple 2 q
Wy v —

Injection pat : 12/12/01 12.50.29

Su?-uplw,nza ® 3 i Location @ Vial 1

Acq. Operator

Acq. Method : C:\NPCHEM\1\METHODS\CANIUL.M

Last changed : 12/12/01 12.59.47

{modifind after loading)
Analysis Merhod : C:\HPCHEM\1\METHODS\

Last changed y 12/12/01 13.11.24 b
modi fled after loadina}

B SRS A §y5300.4 Remas0 150 [CAG 200 T CLATINIE 0 )
maL ] o
] =
354
30"] i
25. v
: !
) 20 ’
: '|
] 13, ]
15 ._'|n g E l
) bt T w8 5
-l ¢ .28 3 . .
4 ]_,ll-, LT ] w g - §
1a-] sab ! S 3
Y N B N
63 l§ ."l).l.w -‘":: s ™ !...'...--.-.-rq-ﬂ" 3 — -— '.“'".\ N
: 47 il - .
:.... o --PVI
0
’5 ——— y o re— o+ v— - T > T v~ 1Irz‘f - jliﬁ et By wean y—
——. 0 2 4 6 [ 10 -
TRmmrsmen === e S L a2 - T~
- Exlerinal Standord Repert _\:"%‘!L“ Vo AL .
—— e o " .‘%
N - — == = ==
Soxted B : signal
4 : gn
Calib, pats modified : 12/12/01 12.59.44
Multiplier ' 1.0000
lution : 1.0000
Signal 1: paus A, sig=380,4 Ref=S50,100
RetTime Type Area Ant/Area Amount Grp Name |
[min} [mAU+s) tag/utl e
e e S P
Totalyg - v.uLooo
Rosults ebtainod with enhanred integrator!
Warnings or Errors :
wﬁrning ! Caliprared cougound{s) not found
-'2----%--..’_ = T = o=t Lt
Page 1 of 2

ltr
Ument 1 12/12/031 23.11.25


file:///HPCHEM/l/METHODS/
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CANFAS COLLABORATIVE STUDIES - 2ND ROUND - NOVEMBER 2001

ANNEX 2 - Report form

CANFAS

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

Subtitle: Task 4 COLLABORATIVE STUDY - 2nd round
Lab-name:
Contact person: le-mail:

fax:

telephone:

Date of analysis:

Analyte: OLAQUINDOX —|
Result 1 " Result 2
Unit]  (mg/kg) (mg/kg)
Sample code
255349 o.......288 2,86
255306 ‘ 10,25 10,33
256383 2,88 3,02
255411 - 1050 10,56




NUMA7Z  Dat

95

14,1281 | 10:57

' t
CANFAS COLLABORATIVE STUDIES - 2nd role - NOVEMBER abm

i

ADDITIVE: OLAQUIND

ﬁmi-Qm&oﬁ?T ) .

.abarato :t---ﬂ Tr———
Contactpsrsomr ...cx e anesasnremstete i j LA "'”' AT
. Coend L B AL LI LT LI LT : "" .'”- -" [ .-l..."' SRR ' L '”
- . . A .i-'] . Temtok B R dats
S
| |
r
. . L - — - b .t
e YT T T T E N T P PP R R, A T e
T A T O Sy T o

Datels) of analysig: oo - T

. Cdl.n'm P

’ U}«sdescnbedmlﬂemeuwd

, . EoOter.... RP. G4 HicwRosART, 3506 Cﬁ',wm) JHeRex

.- Mobﬂepbm ' .

' « O As dascriped ut themethod L
b .Q’Other' .a..m.a. 0.9”" PB 2‘ é_&} ﬂ.@.‘.’---’ ------ 1...@.“.915.1."..'51...4.’.“.’.@,..

*  Injection volume: o 6, IJI
» Retention time of olaqwndox. $,4., min l
S R O i : B LI RRCT L  FRAAY N

* Bind poshive fesgsamples |
¢ [Bind blank feed sz‘mnle (fram your own collection andtln be used for recovéry puposes)

Plosse inclicate the olaiuindox peak with an srow | J

Recovery results;
*  Percentage recovery: ~Q.. %
.* Single / duplicete determinations: O single R duplicate |
» Jfdulicate, pue:l give both percentages: 3ﬂ Y % ana 0% % |
. i

« /Spiking level: .5:2..... me/kg



i4-1281
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| | 25
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TRT: Cued LEV REP TYPE  DIRECTERY,
AGEETI DATA CTizan a1 1 Deig i:‘.’:tél}sﬁai-f‘!. sl
NETHED TEzsnTin ‘ Lot FlidvitaETy
IRNPLE Taste Ly
SYSvEX g4 mumrepe l
Chart Spesd 1.00 t2tuin
, ' zge !
3,40 B.ixin 00455
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CANFAS COLLABORATIVE STUDIES - 2ND ROUND - NOVEMBER 2001

ANNEX 2 - Report form

CANFAS

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

------- e

Subtitle: Task 4 COLLABORATIVE STUDY - 2nd round
Lab-name:
Contact person: le-mail:

fax:

telephone:

Date of analysis: 19-14-2001)

Analyte: [ OLAQUINDOX ]
Result 1 Result 2
Unit|  (mg/kg) (mg/kg)
Sample code
265390 732 4 7,76
265398 . ol 7.85
265404 - 220 2,19
265413 . 2,25 _ 2,25




CANFAS COLLABORATIVE STUDIES - 2nd round - NOVEMBER 2001

ADDITIVE: OLAQUINDOX

Annex 4 - Questionnaire

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

Laboratory: . ;
Contact person: ...~ ...

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

Date(s) of analysis: ,‘i./“/‘?oo'

Chromatographic conditions:

*  Column:
O As described in the method
) czomes Seeeisocs ODS 2 ;ﬁ‘“ .............. 2i0x &, {u..
. o S EHEE LS O o TSNS T S e

* Mobile phase:
s @As described in the method

6 0 OHNE vooeeeeisssseesesasessssessresssessessissesssanasstsossstsnsssassisstessnessanes osssnserenersnnennnnansss
o Flowrate: ...:.O..... mi/min
. * Injection volume: ./.&N..ul
* Retention time of olaquindox: ..%~.... min
ovew @ 35c
romatograms. F

* Blind positive feed samples
*  Blind blank feed sample {from your own collection and to be used for recovery purposes)

Sea C&\W

Please indicate the olaquindox peak with an arrow

Recovery results:
* Percentage recovery: 63 % |
*  Single / duplicate determinations: ®.single O duplicate

* K duplicate, please glve both percentages: ...... % and ......
*  Spiking levei: . 2., mg/keg



-2,

Software Version: 4.1<2F12> Lé)
Date: 20/11/01 16:24

Sample Name : B3014223B

Data File : C:\TC4\CANFAS\OLAQUI~1\REPEAT~1\DATAQ24 .RAW Date: 19/11/01 23:
Sequence File: C:\TC4\CANFAS\QLAQUI~I\REPEAT~1\RPTTRIAL.SEQ Cycle: 24 Channe
Instrument : BOX_0 Rack/Vial: 0/0 Operator:

Sample Amount : 1.0000 Dilution Factor : 1.00
S
T
T 150—] {\
E 3 1‘ oo
% 100— oLA eV ™
-
QD:) 50: o =
s o
® : A
0 T
|l||||ill|IHI|H||||III]HW|HIII|H]|IIII[ilﬂ[flliiillilIlI}|HII|||II|IIH|EIH|III111|—EI:
0 2 4 8 8 10 12 14 16 18
Time [min]

DEFAULT REPORT

Peak Time Area Height Area Norm. Area BL Area/Height
P mind el vl (%) (4] (s]
‘? 9.018 203243.24 9421.37 100.00 100.00 *BB 21.57
0 9.862 0.00 0.00 0.00 0.00 —m—eea
203243.24  9421.37 100.00 w0.00

Missing Component Report
Component Expected Retention (Calibration File)

Olaquindox 9.862


file://C:/TC4/CANFAS/OLAQUI~1/REPEAT~1/DATA024.RAW
file://C:/TC4/CANFAS/OLAQUI~l/REPEAT~l/RPTTRIAL.SEQ

APPENDIX 5
Table with results, questionnaire (page 1) and chromatograms
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CANFAS COLLABORATIVE STUDIES - 2ND ROUND - NOVEMBER 2001

ANNEX 2 - Report form

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 - 2nd round
Lab-name:
Contact person: le-mail:
fax:
telephone:
Date of analysis:
Analyte: l OLAQUINDOX ]
Result1 | Resuit2
Unit {ma/kg) {mg/kg)
Sample code _
295319 649 653
295354 1ee 161
295356 1,90 1,86
205418 - 5700 5,97




CANFAS COLLABORATIVE STUDIES - 2nd round - NOVEMBER

ADDITIVE: OLAQUINDOX

Annex 4 - Questionnaire

Laboratory: .......cccccovvieo

Contact person: ..... -
Date(s) of analysis: RPN & . SO P00 T T SO
Chromat bi ftions:
*  Column:

e 0 As described in the method

o WOther: ......Mava.=.La [ Q‘gq/lm
¢ Mobile phase:

« & As described in the method

0 LI OHNEE: oeovverermseensaressrresisssnsssssssratensntEsesntasyatasintssssaes
*  Fowrate: ....[u.%..... mi/min

* Injection volume: ..£a .l
*  Retention time of claquindox: 8. min

Ll iNa{orrams: V Jl

j S
*  Blind biank feed sample (from your own collection and to be u
FPlease indicate the olaquiridox pesk with an arrow

* Percentage recovery: ....... % icat
* Single / duplicate determinations: O single gduplicate 1ot %

. Jo¥ % and 127
* I duplicate, please give both percentages: fo¥. % and
*  Spiking level: . 8.,.%.. mg/ke

2001

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

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

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

o Bl it mples
ind positive feed samp ed for recovery purposes)



a0 Olaquindox Report

Reported by User:  System Project Name:  Olaquindox
Sampie Name: Spiked blank Il 2,5 ma/ka Acquired By: System
Sample Type: Unknown Date Acquired: 21-11-2001 22:04:34
Vial: 35 Acq. Method Set  Olaquindos
Injection #: 2 Date Processed: 22-11-2001 10:49:10
Injection Volume: 100,00 ul Processing Method: |
Run Tirme: 15,0 Minutes
Sample Set Name: OLAQUINDOX Nov 2001 Proc. Chni. Descr.:  PDA 380,0 nm
0,007
0,006
]
0,005
0,004
5 y
< ]
0,003
:
0,002
0,001
]
0,000+
2,00 4.60 - 6,00 C 8.(|)0 I 10,00 ’ 12,00 C 14i00_1/
Minutes

Name | RT | Area | Height | Amount | Units
olaq | 7.217 | 91906 | 6464 | 0,521 | ugimi




NG ' Olaquindox Report

Reported by User:  System Project Name:  Olaquindox
Sample Name: Acquired By: System
Sample Type:  Unknown Dete Acquiredt  22-11-2001 15:33:52
al: % Acq. Method Sett  Olaquindox
I'"!ect!on # 1 Date Processed  23-11-2001 11:55:47
ection Volume: 100,00 ul Processing Method:
Run Time; 10,0 Minutes '

Sample Set Name: olaguindox 22_01 Proc. Chnl. Descr.:  PDA 380,0 nm

B

0,014-]

5,00 6.00 7.00 8,00 9,00 10,00

Name RT Area Height Amount | Units
olaq | 7331 275380 | 13854 | 1,140 Uug/mi [

Printed 10:54:40  05-12-2001 Page: 10f 1
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CANFAS COLLABORATIVE STUDIES - 2ND ROUND - NOVEMBER 2001

ANNEX 2 - Report form

CANFAS

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

Subtitle: Task 4 COLLABORATIVE STUDY - 2nd round
Lab-name:
Contact person: fe-mail:

fax:

telephone:

Date of analysis: 27-11-2001

Analyte: { OLAQUINDOX |
Result 1 Result 2
Unit (mag/kg) {mg/kg)
Sample code
315359 871 | 9,09
315399 947 9,40
315414 2,70 3,10
315429 2,37 257




CANFAS COLLABORATIVE STUDIES - 2nd round - NOVEMBER 2001

ADDITIVE: OLAQUINDOX
Annex 4 - Questionnaire

Laboratory: ..
Contact person: ..

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

L
Date(s} of analysis: .... 2 .0 L Lo,

Chromatographic condifions:

*  Column:
» (8 As described in the method
8 D OHNOr: crvvnrsereereusneessurasenrenssssnssnnsranssssansasssanssnns heerarerrreeree i ne b reten et et s rnnass

* Mobile phase:
v K As described in the method
e [ 0Other: ....... resresnrestenasnrsnees vevestaserraseeErEEREIERTIEEIISNIIat NI Lt nreas T T T T T
* Fowrate: ......l,5..... m/min
*  Iniection volume: ..LGQ...4
*  Retention time of olaquindox: .3 ,.Z?-min

.it .lf"l" _“. 3

*  Blind positive feed samples )
*  Blind blank feed sample (from your own collection and to be used for recovery purposes

Flease ingicate the olaquindox peak withh an armow

*  Percentage recovery: .83,»5’%
Single / duplicate determinations: O single & duplicate

i duplicate, please give both percentages: 8[23 % and Ejaf'} %
Spiking level: .2,;.47.. mg/kg



LER = - A

Software Version : 6.1.2.0.1:019 Date : 13-12-01 9:35:33 2|
Sample Name : Data Acquisition Time : 27-11-01 16:40:05
Instrument Name : HPLC-6 Channel A
Rack/Vial : 0/0 Operator
Sample Amount : 1,000000 Dilution Factor : 1,000000
Cycle : 6
Result Fila PN
Sequence Fi
. blank
[
] T
115—]
E
i —
& 10—
& —
o
105—
IT]IJH[Iili[lﬂT[ﬂ]l]HlflIIH|IHI]II’II]HI[[1|H[I[II|IIII[IHI|IIII]HII|HH]HH[HIII‘I’m
1,0 2,0 3.0 40 50 6,0 7.0 8,0 9,0
Time [min] ’
olaquindox
Peak Component Time Area Height Area Norm. Area BL Area/Height
# Name  [min] [uVs] [uV] [%] [%)] [s)
- olaquindox 7,185 0,00 0,00 —— e —
0,00 0,00 0,00 0,00
Missing Component Report

Component Expected Retention {Calibration File)

olaquindox 7,185



Page 1 of 1

— Code
Software Version : 6.1.2.0.4:D19 Date 1 13-12-01 9:36:20
Sample Name " . 004273-a 215 359 Data Acquisition Time : 27-11-01 17:45:02 S
Instrument Name : HPLC-5 Channel DA
Rack/Vial 1 O/ Operator :
Sample Amount - 1,000000 Dilution Factor : 1,000000
Cycle -9
‘-_._-____ - - - - i
&
T

Rasponse [mVv]
I_T | |

-
o
t
TP T T T T T T
FITTTTITT rﬂr||l|HilIHIIfH|lHI[HHlI!H|HH|IHI||H| ' { f { ' ’ I
l 1L I 2!0 I 3!0 a0 Tlmg_(gmin] 6,0 7.0 8,0 8,0
olaquindoX
F’t;ak Component Time Area  Height Area Norm.Area BL Areag}eighi
—  Name [min] [pv-s) vl %] [%] L

1 olaquindox 7,201 124104,00 6005,22 100,00 100,00 BB 20,6660

124104,00 6005,22 100,00

100,00

M :

césnﬁiggn%{rlmnent Report File)
en Ibrati e

~_ent Expected Retention {Calibration Fi

Al
' Components were found


http://riiv.nl

(ol il

Software Version : 6.1.2.0.1:D019 Date 1 13-12-01 9:37:42 &,
Sample Name  : 004275-a TG Yy Data Acquisition Time : 27-11-01 20:16:38

Instrument Name : HPLC-5 Channei A

Rack/Nial : 0/0 Operator :

Sample Amount : 1,000000 Dilution Factor T 1,0uuwiuu

Cycle : 16

115—:
g
gno—-—-
o
&
® |
3
3
lllI]IHI]III][IHI[HH]IIH,Hll[lllllIIII|IIII[IIIl,llli[ilIl]llII|IIHIIIIIIHH[HIIIIIII[Trr
10 2,0 3.0 49 50 8,0 7.0 8.0 9,0
Time {min) )
olaguindox
Peak Component Time Area Height Area Norm. Area BL Area/Height
#  Name [min] [uVs] [wV]  [%] [%] [s]

2 olaquindox 7,259 36148,25 1917,65 100,00 100,00 BB 18,8503

36148,25 191765 100,00 100,00

Missing Component Report
Component Expected Retention (Calibration File)

All components were found
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CANFAS COLLABORATIVE STUDIES - 2ND ROUND - NOVEMBER 2001

ANNEX 2 - Report form

CANFAS

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

Subtitle: Task 4 COLLABORATIVE STUDY - 2nd round
Lab-name:
Contact person: Je-mail:
fax:
telephone:
Date of analysis:
Analyte: | OLAQUINDOX N
Result 1 Result 2
Unit {mg/kg) {mg/kg)
Sample code
325305 877 {837
325364 3,16 2,81
325375 905 9,05
325409 314 289




CANFAS COLLABORATIVE STUDIES - 2nd round - NOVEMBER 2001

ADDITIVE: OLAQUINDOX

Annex 4 - Questionnaire

Date(s) of analysis: 12/11/2001

Chromatoq raphic conditions:

* Column:

« [ As described in the method

« W Other: LiChrospher ® RP-select B (5um), 250 X 4 mm
* Mobile phase:

+ X As described in the method

LRl e[ o R R URTv e S R TE LI AR LR O LU I
* Flow-rate: 1,8 mimin -

* Injection volume: 70 (ju)
* Retention time of olaquindox: 4,14 min

: rams of:
Chromatograms: Please include representative chromatogram

. Bii - -
* B:;:g E&?\nl:vfzzesda;a;;lnep'gfom your own collection and to be used for recovery purposes)

Please indicate the olaquindox peak with an armow

Recovery resuits;
* Percentage recovery: 83.3 %

* Single/duplicate determinations: [ single Eduplicate

: 2.8
* Ifduplicate, please give both percentages: 83.61% and 82.5
* Spiking level: 2.5 mg/Kg

9%



File CAHPCHEMATWWA L AVIZT T 2UUTWLAWIUIV .U

10.0023g
.3‘—"=l============= —+—
Injection Date : 11/12/01 2:29:51 PM Seq. Line: 1
Sample Name : 325364 Vial: 1
Acq. Operator - . inj: 1

Inj Volume : 70 i
Acq. Method  : CAHPCHEM\IWMETHODS\OLAQUIN.M
Lastchanged :° . .
Analysis Method : CAHPCHEMA\\METHODS\OLAQUIN.M
Last changed G
(modified after loading)

DAD1 A, Sig=380,100 Ref=550,50 (12112001 OLAQUIDT D)
mAU 1 ' by

140 -
120 -

100 -

1.801

ola ﬁ/umd@,(

Uﬂ.lllplﬂ TG NI, Wiy

s g o e s S i D VP g P R T St S e . .
o o e o o S e s B

5.618

4

borted By : Signal
Calib. Data Modified :  11/12/01 4:41:01 PM
Multiplier : 1.0000
Dilution : 1.0000

Signal 1: DAD1 A, Sig=380,100 Ref=550,50

RefTime Type Area Ambt/Area Amount Grp Name
[min]. l[mAU"s|] | {uglml;l '
1

1 1 | ]
4.095MM  30.92293 2.04513e-2 6.32414e-1 Olaquindox

Totals : 6.32414e-1 _

Resutits obtained with enhanced integrator!

e o i i o o o o . . e T T e o S R B S S . A M s S S T S e s e s 5,
R e e S R E T e e
———— =

Pagetof 1


file://C:/HPCHfcM/i/DAi
file://C:/HPCHEM/1/METHODS/OLAQUIN.M
file://C:/HPCHEM/1/METHODS/OLAQUIN.M
file:///OLAQUI01

File CAHPCHEM\1\DATA\12112001\OLAQUIOD7.U

Sample Name: 325379

& - 10.0020g 22
- Injection Date : 11/12/01 3:27:35 PM Seq. Line: 7
- Sample Name : 325375 Vial: 7
Acq. Operator Inj: 1
£ Inj Volume : 70 pi
. Acq. Method  : C:\HPCHEM\I\METHODS\OLAQUIN.M
+ Lastchanged . ..
Analysis Method : C\HPCHFMNMETHONSIOLAQUIN.M
Last changed T e
{modified after loading)
“DAD1 A, 5ig=380,100 Ref=550,50 (121 TG OLAQUID? D)
mAL ] ‘ <
200 ]
175
150 .
j ] ‘ O[CIG/WHO’OK_
125
: ¢
100-: "
75-_:
503
] 5 ‘Pﬁ
= 5 g « E w
3 ~ o TN ) « o
7 d T —1 T o T e e e, T
o_ L
T oy T T T T
0 ] 2 3 4 5 6
== External Standard Report P————————t T LD e e R e
;
“S‘"Ted By . Signal
Calib. Data Modified :  11/12/01 4:41:01 PM
Muttiplier : 1.0000
Dilution : 1.0000
Signal 1: DAD1 A, Sig=380,100 Ref=550,50
RefTime Type Area Amt/Area Amount Grp Name
(min] [mAU*s] [ug/mi]
e ] ] |-+ ,
4107MM  00.84054 1.99336e-2 1.81096 Olaquindox
Totas ; | 181096
=_e_SUIts obtained with enhanced integrator! o= P e Y L]

Pagel of 1


file://C:/HPCHEM/1/DATA/12112001/OLAQUI07.U
file://C:/HPCHEM/1/METHODS/OLAQUIN.M
file://C:/HPCHPM/i/MFTHnns/OLAQUIN.M

File CAHPCHEM\T\DATA12112001\OLAQUI18.D

Sample Name: siank

Signal 1: DAD1 A, Sig=380,100 Ref=550,50

RetTime Type Area AmvArea Amount Grp Name

{min] [mAU*s] [ug/ml]
] 1 i | 1|
413 - - - Olaquindox
Totals : 0.00000

Results obtained with enhanced integrator!

3z
' R T oD S E EEE E EE E CEEEE E  E E E  E E Te r E S  E S S E EEEE EEETR
. Injection Date : 11/12/01 4:57:15 PM Seq. Line: 18
Sample Name : Blank Vial: 13
Acq. Operator : Inj: 1
Inj Volume : 70 ul
Acq. Method  : CAHPCHEMMVIWMETHODSWOLAQUIN.M
Last changed :
{modified after loading)
Analysis Method : C\HPTHEMVI\METHODS\OLAQUIN.M
Lastchanged 1"
{modified after loadina)
DADT A, Sig=380,100 Ref=550,50 (12112001'0LAQUITE.D)
MAU ] K 4
] .
2007 olomig
175
150 4 -
o 5 h
' 125 |
100 —
]
]
50
251
. e~
] L]
0 o, T
b T T T AN ¥ T
a 1 2 3 4
e i s L T
External Standard Report
] —_—— ========2======:-"==========
Sorted By . Signal
Calib. Data Modified :  11/12/01 4:41:01 PM
Multiplier : 1.0000
Difution : 1.0000
.

Pagetof 2



file://C:/HPCHEM/1/DATA/12112001/OLAQUI18.D
file://C:/HPCHEM/1/METHODS/OLAQUIN.M

lle C:\HPCHEM\1\DATA11211200\OLAQU!9.D - : Sampie Name: spikeq |

ZESSt—=m=s ===== :::;-.-:::=======.—;===================z====V ‘ 3 2
E-Injection Date : 11/12/01 5:04:52 PM Seq. Line: 19
ample Name : Spiked 1 - Vial: 14
‘Acq: Operator : o - nj: 1
L Inj Volume : 70 pl
Acq. Method  : CAHPCHEMVI\METHODS\OLAQUIN.M
Last changed - e ' : i
3 . {modified after loading)
- Analysis Method : C:AHPCHEM\I\METHODS\OLAQUIN.M
t Lastchanged : ¢ .
(modified after loading)
- [ DADT A Sig=380,100 Ref=550,50 (121 12001OLAGUI19.D)
MAU | ‘ , 2
175-_: |
' 150—_:
4 125 ] SPied somple
’ ] O{Q L 25
0 Z ndox 2 ,qonL;
75 -
50
] n
% = @ .'19’69
] , o T
0] L . -
T T I :.Il . ; M
0 1 2 m
. Enema[ Standard Report e oA B e e B T e v o o e v . e
g‘”,‘ed By . Signal
Mah!_:. Data Modified :  11/12/01 4:41:01 PM
Ultiplier : 1.0000
Dilution © 1.0000

Signal 1: DAD1 A, Sig=380,100 Ref=550,50

Re‘.'r"“e Type Area AmtArea Amount Grp Name
min] ~ “imauts]  [ug/mi)
T— | _l 1 )

1 .
4119MM  20.02315 2.08786e-2 4.18055¢-1 Olaquindox

Totals ; 4.18055e-1

Resuitg obtained with enhanced integrator!
 Pagetof 2



file://C:/HPCHEM/1/DATA/12112001/OLAQUI19.U
file://C:/HPCHEM/1/METHODS/OLAQUIN.M
file://C:/HPCHEM/1/METHODS/OLAQUIN.M
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CANFAS COLLABORATIVE STUDIES - 2ND ROUND - NOVEMBER 2001

ANNEX 2 - Report form

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 - 2nd round
Lab-name:
Contact person: e-mail;

fax:

telephone:

Date of analysis: 11-7-2001

Analyte: | OLAQUINDOX
Result 1 Result 2
Unit|  (mg/kg} (ma/kg)
Sample code

— e
335304 .70 260
335308 o 910 8,80
335347 290 2,70
335362 o 880l 880




CANFAS COLLABORATIVE STUDIES -~ 2nd round - NOVEMBER 2001

ADDITIVE: OLAQUINDOX

Annex 4 - Que

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

Laboratory: ....
Contact persor

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

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

Date(s) of analysis: ?/.4.4]04

» Column:

o JX(As described in the method

0 1 OMIER veoveseseeeeessaesesseensasessmtsa s n e s se s er s oA s TR LRSS Lttt
¢ Mobile phase:

o JAs descrived in the method
N o ISR RO S B U T TR R RN

s  Flowrate: ................ mi/min
* [njection volume: ........... ]
» Retention time of olaquindox: .93,3.. min

Lrornatograms. P

» Blind positive feed samples
o Blind blank feed sampie {from your own collection and to be used for recovery purposes)

Please indicate the olaquindox peak with an arrow

Recovery results;
¢ Percentage recovery: 404 %

Single / duplicate determinations: X(single O dupficate
% and ..ouve %

»  lf duplicate, please give both percentages: ......
*  Spiking level; ...".... mg/kg



Sanple Set Name OLAO7 “ > ‘Current Date 7/11/01
User Name RVSA Current Time 02:05:47

Spectrum Index Plot
OLA - 2,892
280,00 nm
| 20000 300,00 31000 32000 330,00 34000 350,00 36000 370,00 38000 390,00
PSS S S PR S S VR S — S S . Ll — PR R | i

FUNITYREY ST R

/\,)ur‘\ 2'96

AN

N

0,151
0,10+
F,
] 2
0.05+ t?
(o) N
0,00+ e
- . 7 T T ""l"A':I' £ j
0,50 1,00 1,50 2,00 2.50 3,00 3,50 4,00
Minutes .
Peoak Results
SampleName | Name | RT | Area Height § Amourt | Units
1 ]6381/01 OLA |20802(|88145] 9141| 2877 mg/kg

335343



Sanple Set Name OLAO7 Current Date 7/11/01

User Name RVSA Current Time 02:05:45
.

Spectrum Index Plot
OLA - 2,898
280,09 nm
F 29000 30000 310,00 32000 330,00 34000 3000 36000 37000  380.00  390.00
7 2,89

L d
2
o™~
t, 3
?\
w00 150 2,00 2,50 3,00 3,50 400
Minutes
Peak Resulls
RT | Area | Height { Amount | Units

SampleName | Name
1| 6380:01 OLA [|2.898

55308

284880 | 32412 9,048 | morkg




' Current Date 7/11/01

Sanple Set Name OLAQ7
User Name RVSA Current Time 02:05:38
Spectrum index Plot
0,00 nm
1‘ 0,10 0,20 0,30 0,40 0,50 0,60 0.70 0,80 0,90 1,00
. i " e 1 " L L L i N " N N |
i
!
i
I
t
E
!
i
1
0,002
]
-
0,001
]
2 0.000'_"«_“—/\“ / —
0,001
; .
0,002
L rt_ ' ' ' . i 1+ T v - i T T -
0,50 1,00 1,50 2,00 2,50 3,00 3,50 4,00
Minutes
Peak Results
SempleName | Name | RT | Ares | Height | Amount | Units
BLK OLA |2873




Sample Set Name OLAO7 Current Date 7/11/01
User Name RVSA Current Time 02:05:.39
Spectrum Index Piot
OLA - 2,823
80,00 am

l 290,00 30000 31000 32000  3%0.00 (34000 35000 38000 370,00 38000 360,00
e PR T | PN S PR R

37 2,92

7
-~
i
0,020~ 4
] §
0.015—: b
3 00104 | t
0005 /i
] /
0, ] /\Af JAY : A
T T Ll T v U . L v T ¥ T ' 2 T P v -
— —T L g \ 3,00 )
——t bo 1,50 2,00 2,30 3,50 4,00
0,50 1. Meutes
Peak Results
RT | Area | Height | Amount | Units

SampleName | Name
11BLK + 5 oA [2923

150505 | 19958 | 5,114 | mg/kg
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CANFAS COLLABORATIVE STUDIES - 2ND ROUND - NOVEMBER 2001

ANNEX 2 - Report form

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 - 2nd round
Lab-name:
Contact person: fe-mail:

fax:

telephone:

Date of analysis: | 08-01-2002

Analyte: | OLAQUINDOX
— Result 1 "Result 2
Unitl  (mg/kg) {mg/ka)
Sample code ~
345321 ... .. 880 8,30
345366 ... 240 220
345379 , ..8800 840
345386 C..o..Asof 190




KromaSystem 2000

Channel 2

EromaSystem 2000 Version 1.83

$YS2 - OLAQ37.SMP (modified):
10g/50ml

Na. 08: 345321
Channel 2: DETECT 332
No Text

Program File ..... OLAQODI1
Worksheet ........ OLAQ

RESULT REFPORT: INTEGRATION

12:25:20

Awguiren : 08,01,02
11:51

Processed: 18.03.02

Peak Table ....... OLAQUIND .....

Parameter Table ..
Report File ......
Document File ....

OLAQUIND .....

50.0 w
37.61
30.01
22,51
15.01
7.5
min
T T U U T
-5.0 115 3’0 45 6.0 7.5 9.0 10.5 120
0.0 . . "
Area Amount Rel .Ar
No. PNo Ret.Time Type Name mv*min ¥
min
7] laquindox 4.4462e+000 8.5929e+000 100.00
1 1 §.58 MO olaquindex " T L e
4.4462e+000 8.5929e+000 100.00
Page 1 of 1 Printed: 21-03-02 9:2]

Sample Report


http://50.fr

KromaSystem 2000

Channel 2

KromaSystem 2000 Version 1.83 RESULT REPORT: INTEGRATION

5YS2 - OLAQ37.5MP (modified):

No. 10: 345366  10g/50mi Acquired : 08.01.02 12:51:31
Channel 2: DETECT 332 Processed: 18.03.02 11:51
No Text
Program File ..... OLAQOO1 .....
Worksheet ........ oLAD ...
Peak Table ....... OLAQUIND .....
Parameter Tabhle .. OLAQUIND ,....
Report File ......
Document File .... = .....
50.0 ey
37.51
30.0~
22.5-

15.0+
1.5+
- ~
-5.0 T T T T ; T T min
0.0 1.5 30 45 6.0 7.5 9.0 10.5 12.0
No. PNo Ret.Time Type Name Area Amount Rel Ar
min mvV*min %'
1 1 8.49 MLR olaquindox 1.2242e+000 2.3653e+000 100.00

1.2242e+000 2.3659e+000 100.00

Sample Report Page 1 of 1 Printed; 21-03-02 9:22



APPENDIX 5
Table with results, questionnaire (page 1) and chromatograms

of partner 35



CANFAS COLLABORATIVE STUDIES - 2ND ROUND - NOVEMBER 2001

ANNEX 2 - Report form

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 - 2nd round
Lab-name:
Contact person: fe-mail:

fax:

telephone:

Date of analysis: [12/13-11/2001 |

Analyte: [ OLAQUINDOX
Result 1 Resuit 2

Unit{  (mg/ka) (mg/kg)
Sample code
355317 200 2,00
355322 - 200 200
355357 7,90 7,50
355406 . 780 . 170




CANFAS COLLABORATIVE STUDIES - 2nd round - NOVEMBER 2001

ADDITIVE: OLAQUINDOX

Annex 4 - Questionnaire

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

Laboratory: .......
Contact person: .

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

alia o - 2001
Date(s) of analysis 1%/ ~ ! |

Chramatographic condiions:

s Column;
o X As described in the method

P 0 - s T T T T UT PSP PP PP PT PO T TT TN PY TSP VRIS CRTRISRP

* Mobile phase:
o M As described in the method
0 L3 OHNBE woeeeeesessseserasstonsensasssr e b E e Ao PR E P E 1L L OO b et
*  Fiowrate: ...l 33..... mi/min
* Injection volume: .2'2....ul
*  Retention time of olaquindox: .‘.;l.,@:( min

* Blind positive feed samples
*  Blind blank W collection and to be used for recovery purposes)
Please indicate the olaguindox peak with an arrow P

Recovery resutts:
* Percentage recovery: 90?,1% »
* Single / duplicate determinations: D single R' duplicate

. &%
* I duplicate, please give both per centage&'-‘m % andj(j ’2
*  Spiking level: .'2?1. L... mg/ke



Olaquindox

0.0050 - 0.0050
0.0025 § | 0.0025
=
g £ g
(o]
0.0000 - - 0.0000
NG
[ T
-0.0025 T r T T T r +0.0025
0 2 4 8 10 12 14
Miutes
aak: Olaquindox —~ ESTD — UV-Delect
=
£ s 1
€ 25
g 0.0
0 20000600000
Area
UV-Detector
Results
Pk#  Retention Time Area Height ESTD  Units
concentration
Olaquindox 1 7.20 31052 1070 1.95262 mg/kg
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CANFAS COLLABORATIVE STUDIES - 2ND ROUND - NOVEMBER 2001

ANNEX 2 - Report form

CANFAS

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

Subtitle: Task 4 COLLABORATIVE STUDY - 2nd round
Lab-name:
Contact person: |e-mail:

fax:

telephone:

Date of analysis: | 11-12-2001]

Analyte: | OLAQUINDOX
Result 1 Result 2
Unit (mg/kg) (ma/kg)
Sample code
375311 202l 192
375343 . 7.54 8,09
375387 1,87 1,88
375405 , 834 791




CANFAS COLLABQRATIVE STUDIES -

ADDITIVE: OLAQUINDQX
Annex 4 - Questionnaire

Laboratory: «...veeenen
Contact person: v, ... e vevoues

Date(s) of analysis: ...\ 1 ............... .

s Column:
s (1 As described in the method
s FOthers ....nl.5Raqll
*  Mobile phase:
s = As described in he methad

2nd round - NOVEMBER 2001

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

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

Mo Ul

37

® D Umarn ............................. T LA L L T T Y I PR YRR P L L L R T T T TR R P T
% srevavsurRsryresaeminenids

* Flowrate: ....\...... vors /MR
*  injection volume: .. ...l
*  Retenton time of olaquindax: .14:% wdn

Chromatagrams:_Please nclude representative chromatograms of

* Blind positive feed samples
* Blind blank feed sampie {from your own

collection and to be used for recovery purposes)

Ploass indicate the olaquindox peak with an arrow

Recovery rests;

* Percentage recovery: “5 %

*  Single / duplicate determinations: O single _
entages: 39 g and. Mo %

* i duplicate, please give both perc
* Splking level: . n ... Mg

g/{uplicate



Qlagquindox In Feea Page 28
Maode: Reprocassed Data Aeportad On- 12-1201 117074
Qriginal Rasults: CATSM\SYSTEM1\Data\1112010lagps.RES

Heprocessad Hasuns: Cii SESY S MeM1Wami1 1120 olagps. HMS

Analysls Report

Name: 8310 Vial: 419 Injectiare: 1 of 1

Description: 881k
Type: Sample injected On: 12-12-01 06:01:38

Injection Volume: §0.0 ul

Acquisitior: Log

Column Pressure {PSI): 2852 Column Temperature {GC): N/A Pump Flaw Stability. 0.8
Ngise (microAL); 6e+03 Drift {microAllimin); -1ev02

Run-Tima Messages: None

Slpnal 1: UV2000 A 380 nm
Calculation Type: External Standard (Height)

mV or mAU
a N o o ® S x) Y
° 1)
———nges
328 _
‘\‘ . E-Iib

" TR0

e et

ey,

T 11.5% olagquindex .

pe————
o — ———

S3nly
E_I
—\[ \

gohct$
uniggt v 000ZAN "t gLed

SF


file://C:/TSP/SYSTEMl/Daia/111201olaqps-RES
file:///uaraVT

Olaquindox in Feed Page 23
Haportad On; 12-12.01 11:08:33

Mede; Reprocessed Data
Original Reeuite; CATSPSYSTEM1\Dazalt 1120 olagpe AES

Heprocessed Fesults: CATSPASYSTEM1\Data\111201olaqps AMS

Anailysis fMeport

Name: 8798 Vial: A14 Imjection: 1 of 1
Deacription: 079k
Type: Sample Injerdnd CIn+ 12.19.11 03:25:00
Injecden Velume: 50.0 uL
Acquisition Log
Calumn Pressure (PSI): 2958 Cotumn Temperature (C): N/A Putnp Flow 3tabifity: 1.1
Noisu {microALY): se»01 Dritt (microALAMIN): -28+0
Run-Tima Massagee: Nane
Signal 1: UVZ000 A 380 nm
Caicuiation Type: Exzemnal Standard {Height)
mV or mAU
e ~ a Y @ = o x>
< | —
=540 | 002 ) ,
’ - FARR
--"'-_ -
- f '
" g -t
-
('I
Fl
3
- 7
e H
E§ - 11513 alaquindox <&~
E
f{ w g
h / _u :E
{ o =
: w g
| =2
e @


file://C:/TSP/SYSTEM1

Olaguindox [n Feed Page 17
Mode: Reprocessed Oata . Aeporters On; 12-12-01 11:08:31
Qriginal Nesuits: CATSMEYSTEM!\Data\111201 olagps. RES
Reprocessed Results: CATSP\SYSTEM1\Data\111207clagpe RMS
Anatysis Repare
Name: blk teey Vial; AbB Injectian: 1 of 1
Dastafption, ik fewd
Type: Sample Iniected On: 12.12.01 00!17:07
injection Volume: 50.0 ul
Acnuicition l.ng
Column Prassure {PSI): 2306 Column Temperature (C): NVA Pump Flow Stabiliy: 1.7
Nose [micrgAU}: Jes01 Onit {microALming: 2e+UZ
Aun-Tima Masszgaes: Nane
Signal 1: UV2000 A 389 nm
Cajoulation Type: Extomal Standard {Height)
mV or mAU
e N a » ® S ~ -
a —— - -e y A s e—— e
=
o ma 1,151
K 2117
_l--’ -
C /’d
th o
J'.
;
;
i
2 :
i
g II,
| &
s ) g
-.‘ I
] t e
j @ 2
H ]
=] E \ ?

“
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CANFAS COLLABORATIVE STUDIES - 2ND ROUND - NOVEMBER 2001

ANNEX 2 - Report form

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 - 2nd round
Lab-name:
Contact person: e-mail:

fax:

telephone:

Date of analysis: 10-12-2001

Analyte: [ OLAQUINDOX ]
Resuit 1 Resuit 2
Unit|  (mag/kg) (mg/kg)
Sample code
385336 . 782 688
385355 230| 2,36
385369 - 2,60 2,22
385374 ... 150 783




CANFAS COLLABORATIVE STUDIES - OLAQUINDOX I

Annex 4 - Questionnaire

Laboratory:
Contact Person;

Date(s) of analysis: 12/10/01

Chromatographic conditions:
*  Column:
D As described in the method
X Other: Symetry® C-18, 150 x 2,1 mm, 3.5 ym
* Mobile phase:
0 As described in the method
X Other: Isocratic MeOH/Water (5:95)
* Flow-rate: 0.3 m¥min
* Injection volume: 10 pl
* Retention time of Carbadox:

Chromatograms: Please include representative chromatogqrams of.

* Blind positive feed samples

* Blind blank samples
Please indicate the olaquindox peak with an arow

12.9 min

Recovery resuits:
* Percentage recovery: = 52.5%

* Single / duplicate determinations:
* If duplicate, please give both percentages: 52% and 5

¢ Speaking level: 2 mg/kg

X duplicate
3%

D single



CLQXcol2011 2: Diode Armay
100, % 375
8.00e3
* HOnK
1
453 . . AL RAaa et e Y e Time
2.50 5.00 7.50 1000 1280 1500  17.50
OLOXcol2012 2: Dicde Aray
375
1007 8.00e3 \
Area, Height ’( b‘ (9 /l(
spi ke blank (3 859 ey
%
1 13.21
810
449
18- 1) T b Inabahii i T AL A L) T T T Tim‘
2.50 5.00 7.50 10.00 1250 1500  17.50
OLGQXcol2017 2: Diode Array
a7s
100+
8.00e3 .
Area, Height s{ana{ak(d o{ajumdox
192" PP
L 1253
1760
2156
0 |ﬂ'7| T IR REA Sy R | T MLAMAALRARSAS T T v Time
2.50 5.00 750 1000 1250 1500 1750
OLOXeol2001 2: Diode Array
378
100, 8.00e3
Area, Hejght 8 E /
%
12.05
| 07
504
AN
34 t T ) T T ] ¥ T T T e Tima
2.50 5.00 7.50 10.00 1250 1500  17.50
™
OLQXcol2006 2: Diode Amay
100 375
8.00e3
% 13.01
1881
1512
j\ S
" 250 500 750  10.00 @ 1250 1500 1750 Time
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CANFAS COLLABORATIVE STUDIES - 2ND ROUND - NOVEMBER 2001

ANNEX 2 - Report form

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 - 2nd round
Lab-name:
Contact person: |e-mail:

fax:

telephone:

Date of analysis: |26.11.-6.12.01

Analyte: l OLAQUINDOX
Resuit 1 Result 2
Unit (mg/kg) (ma/kg)
Sample ¢code
405315 287 282
405381 8,84 887
405385 - 883 , 8,96
405391 R - 4 284




CANFAS COLLABORATIVE STUDIES - 2nd round - NOVEMBER 2001

ADDITIVE: OLAQUINDOX
Annex 4 - Questionnaire

Laboratory: ..

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

Contact person: ........
Date(s) of analysis: ...... 26 nevemdar... ... .. slecember... L2
o hi itions:
* Column:
e [ As described in the method 2 9 ) A5, LATERS
- * x om- : -------- { -------------
. ﬂother_- ___CA_’;, ...... ".r ﬁéf'c.?.'l. ...... :gd'.‘.‘."ﬂ ......... fevaveeseurransaavanns /.

. Mabile phase:
» X As described in the method
TR ] 611 17-) ¢ IOUTR P PPPPRPPTRPT P TRLITLTLIILLIESLLLLE
*  Flowrate: .71, 3..... my/mi
* Injection volume: .. 2.l
* Retention time of olaquindox: 3,7' min

=ifomatorrams: F e i
* Biind positive feed samples
*  Blind blank feed sample (from your own collection and to be used for recovery purposes)

Flease indlcate the olaquindox peak with an arrow

. Peceaa"ge recavery: .23. % .
*  Single / duplicate determinations: I single & dupficate @ x
* i duplicate, please give both percentages: 36.. % and JE...

“  Spiking level; ..2:.5... mg/ke



TINE DATE
INJECTION 15:46:37 4 DEC 200!
ANALYSIS 15:14:32 & DEC 2001
REPORT 16:13:03 6 0EC 200t

Absarbance
0.0000 0.0100 ¢.0200
! { | i { L L | i
............ 1.86
B ‘3.35 Otaquindox
I 1 T L 1 I 1 l 1
¢.0000 0.0100 0.0200
Absarbance

CANFAS sample 405381



TIME
INJECTION 15:37:4t
ANALYSIS 12:28:34
REPORT 16:13:49

‘ Absorbance
0.0060 §.0100 0.0200
| I L i | | | [ 1 | | |
g;
43 69 0laquindox

ool
\j-__ { ) T T T | ! ! I J { 1

0.0000 g.0108 ' 0.0200

Absorbance

CANFAS sample 405315

DATE
4 DEC 206t
5 DEC 2001
6 DEC 2001

51



TIME
INJECTION 16:04:02
AKALYSIS 16:13:21
REPORT 16:16:36

Absorbance
0.0000 0.0100 0.06200
| L | 1 | | 1 i { i
|
‘-
I | T 1 i ] U T T 1
¢.0000 0.0100 0.0200
Absorbance
Blank piglet feed N

DATE
6 DEC 20
g DEC 20
8 DEC 20



TINE DATE
INJECTION 16:26:34 4 DEC 2001
ANALYSIS 12:23:25 5 DEC 2001
REPORT 16:15:03 & DEC 200!

Absorbance
0.0080 1.01400 0.0200
— | [ ! L | | L i | [ ! ;
!
1.70
- 4710 0laquindox
L
7 ' J I 1 T T T T i
f.0000 4.0100 0.0200
Absorbance

Spiked blank for recovery test 1



APPENDIX 5
Table with results, questionnaire {page 1) and chromatograms
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CANFAS COLLABORATIVE STUDIES - 2ND ROUND - NOVEMBER 2001

ANNEX 2 - Report form

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 - 2nd round
Lab-name:
Contact person: je-mail:
fax:
telephone:
Date of analysis: | 19-11-2001
Analyte: OLAQUINDOX |
Result 1 Result 2
Unit|  (mg/kg) {mafkg)
Sample code
415320 287 282
415330 2,48 2,60
415396 985 993
415430 ) 9,77 9,98
bl




CANFAS COLLABORATIVE STUDIES - 2nd round - NOVEMBER 2001

ADDITIVE: OLAQUINDOX

Annex 4 - Questionnaire

Chromatograptic conditions:

Column:

s X As described in the method

B o1 o PO PSS Y ST TP ISP P PP PTOn
Mobile phase:

e X As described in the method

@ [JOHRBE oooovveeeresansessssstnesasaessatsssbesbaersonssdsonase s anee O L0 E L Lo s e L b e et a Gttt et e e

Flowrate: / z, 5- .. mi/min

Injection volume: .£.2.0..
Retention time of olaquindox: ./.‘.af.?.’.'min

Aromatograms: -

Blind positive feed sampies
, ; )
Blind blank feed sample (from your own collection and to be used for recovery purposes
S.qmlpfea ////? U'Sﬁ‘( Fof‘

. ; k with an arrow
Please indicate the olaquindox pea: recove ,n{7 p ur /,) ofeC

Recovery resuits:

Percentage recovery:/0%. 2%
Single / duplicate determinations: O single X duplicat
if duplicate, please give both percentages:/ ?(«r? % and

e

?3{2 %

Spiking level: ‘2.4 ~... ME/kg



Current Date 10.12.2001

1of

Sample Information

SampleName 4118 Sample Type
Vial 9 Date Acquired
Injection 1 Acqg Method Set
Injection Volume 100,00 ul Processing Method
Channel 486 Date Processed
Run Time 15,0 Minutes
Auto-Scaled Chromatogram
0,0030-]
] i)
] e
0,0025- " .
N /
1 N !
0,0020+ . /f \
5 ] AN |
< ] . } \
0,005 S ; ‘\
] \\\____ / :
] ™ /
0.0010- \“""\-M_ / \
: s TN
0,0005-]
1 \\‘M-‘_—.‘/ﬂ_____“_‘a\
1 7T T i T T T T T T T T 1 T 1 ] 1 1 1 1 | T T T T T T T 1 LI | T T T ¥ L T
6,00 7.00 8,00 9,00 1000 100 1200 | 1300 | 1400 .00
Minutes ’
Peak Results
By e RT | Area |Height | Amount | Units
1 10,394 | 72042 | 2369 | 4773406 | ug




A

Current Date 10.12.2001 10
Sample information
SampleName 4119 Sample Type
Vial 10 Date Acquired
tnjection 2 Acg Method Set
Injection Volume 100,00 ul Processing Methot
Channel 486 Date Processed
Run Time 15,0 Minutes
Auto-Scaled Chromatogram
0,01
4
0.008—: ix?:
0.006—-
. ]
g ] ,
0,004 | \
!i \
0‘002_ N""-—-—-.\.~___
| --.._______“A—_‘__
j A\ Y e
0,000
T ee0 700 o oo 1000 10 200 1ag0 w00 1800
' Mnutes
Peak Results
Name RT Area | Height Ampunt | Units
1 1] 10,344 | 281552 9010 | 18669,052 | ug
.




