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STATEMENT OF DATA CONFIDENTIALITY CLAIMS

The Following Statement Applies To The United States of America:

STATEMENT OF NO DATA CONFIDENTIALITY CLAIMS
UNDER SPECIFIED FIFRA PROVISIONS

No claim of confidentiality, on any basis whatsoever, is made for any information contained
in this document. | acknowledge that information not designated as within the scope of
FIFRA sec. 10(d)(1)(A), (B), or (C) and which pertains to a registered or previously
registered pesticide is not entitled to confidential treatment and may be released to the public,
subject to the provisions regarding disclosure to multinational entities under FIFRA 10(g).

Company: Syngenta Crop Protection, LLC
410 Swing Road
Post Office Box 18300
Greensboro, NC 27419-8300 USA

Submitter: Date:

Syngenta is the owner of this information and data. Syngenta has submitted this material to
the United States Environmental Protection Agency specifically under the provisions
contained in FIFRA as amended and, hereby, consents to use and disclosure of this material
by EPA according to FIFRA. In submitting this material to EPA according to method and
format requirements contained in PR Notice 2011-3, we do not waive any protection or right
involving this material that would have been claimed by the company if this material had not
been submitted to the EPA, nor do we waive any protection or right provided under FIFRA
Section 3 (concerning data exclusivity and data compensation) or FIFRA Section 10(g)
(prohibiting disclosure to foreign and multinational pesticide companies or their agents).
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GOOD LABORATORY PRACTICE COMPLIANCE STATEMENT

This study has been performed in accordance with the Principles of Good Laboratory
Practice (Hungarian GLP Regulations: 42/2014. (VIIL. 19.) EMMI decree of the Ministry of
Human Capacities which corresponds to the OECD GLP; ENV/MC/CHEM (98) 17.).

This study was conducted in accordance with a written Study Plan, authorized by the Sponsor
and Charles River Laboratories Hungary Kft. Management, and followed applicable Standard
Operating Procedures.

I, the undersigned, declare that this report constitutes a true record of the actions undertaken
and the results obtained in the course of this study. By virtue of my dated signature, I accept
the responsibility for the validity of the data.

Signature: C}YOO“L %\r(’ﬂ' Date: OF /:}UP’Y\Q QOQZ

Ivett Orosz, M.Sc.

Study Director
Performing Laboratory: Charles River Laboratories Hungary Kft.
H-8200 Veszprém, Szabadsagpuszta, hrsz. 028/1.,
Hungary ' '

To be completed for USA EPA submission only:
Representative of Submitter/Sponsor:

Date:

Submitter/Sponsor: Syngenta Crop Protection, LLC
410 Swing Road
Post Office Box 18300
Greensboro, NC 27419-8300 USA
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FLAGGING STATEMENT

This page is intentionally left blank. It will be re by an appropriate Fl
by the Sponsor.

RESULTADOS DE TESTES E OUTROS DADOS NAC DIVULGADOS
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SYNGENTA PROTECAOQ DE CULTIVOS LTDA., protegidos na forma da Lei 10.603/02 e do artigo 195, XIV da

Lei 9.279/96
£ proibida a revelacdo ou divulgacdo, e vedado o uso, ainda que parcial ou por vias indiretas, a terceiros ndo
autorizados.

Todos os infratores poderdo ser processados civil e criminalmente
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QUALITY ASSURANCE STATEMENT

Study Number:  21/201-005N

Study Title: Profenofos EC (A8591B) - Acute Eye Irritation Study in Rabbits

This Study has been audited by Quality Assurance in accordance with the applicable Good
Laboratory Practice regulations. Audit reports were submitted in accordance with SOPs as
follows:

Date of Inspection Rhase(s) . Deto oL jepott 3 .
Inspected/Audited Management Study Director
24 January 2022 Study Plan 24 January 2022 24 January 2022
18 January 2022 Treatment 18 January 2022 18 January 2022
25 March 2022 Body weight measurement 25 March 2022 25 March 2022

23 March 2022

Clinical observation

23 March 2022

23 March 2022

06 April 2022

Draft Report

06 April 2022

06 April 2022

06 April 2022

Final Report

06 April 2022

06 April 2022

In addition to the above-mentioned audits, (which may include study specific inspections
and/or relevant process based inspections) routine facility inspections were also conducted.
The Final Report reflects the raw data and accurately and completely describes the methods
and procedures of the study.

. 5 o r
Signature:\}\l% Ny j@ Q&j&)
11diko6 Nyitrai, M.Sc.
On Behalf of QA

Date: OF . azrnn'aﬂ Wio, /L
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MANAGEMENT STATEMENT

According to the conditions of the research and development agreement between Syngenta
Ltd. (as Sponsor) and Charles River Laboratories Hungary Kft. (as Test Facility) the study
titled “Profenofos EC (A8591B) — Acute Eye Irritation Study in Rabbits” was performed; in
compliance with the Principles of Good Laboratory Practice.

Signature: 1@/7 Date: £ 7 A'wr/ YD)
Balazs Téth, Ph.D.
General Manager
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GENERAL INFORMATION

Contributors

The following contributed to this report in the capacities indicated™*:

Name

Ivett Orosz, M.Sc.
Nikoletta Szaloki, Ph.D.
Agnes Rédl, M.Sc.

I1diko6 Nyitrai, M.Sc.
Laszlo Székelyhidi, D.V.M.
Tamas Mészaros, Ph.D.
Carolina Vaccari, Ph.D.

Function

Study Director

Assistant Scientist
Quality Assurance
Quiality Assurance
Veterinary Care
Pharmacy

Syngenta Study Manager

*QOther trained, competent personnel worked on the study as required.

Study dates

Study initiation date:
Experimental starting date:
Experimental completion date:
Receipt of animals:
Acclimatisation:

Treatment:

Observation:

Draft Report (non-QA audited):
Draft Report (QA audited):
Final Report:

17 January 2022

24 January 2022

03 March 2022

12 January 2022

12 —24 January, 12 January — 08 February, 12 January
— 16 February 2022

25 January 2022 (animal no. 2885)

09 February 2022 (animal no. 2895)

17 February 2022 (animal no. 2898)

25 January — 15 February 2022 (animal no. 2885)
09 February — 02 March 2022 (animal no. 2895)
17 February — 03 March 2022 (animal no. 2898)
05 April 2022

06 April 2022

07 April 2022

Deviations from the guidelines and the Study Plan
Due to technical error, temperature value (maximum of 24.0°C) outside the expected range of
19-23°C were recorded occasionally in the animal rooms during the study.

Due to technical error, the 24-hours clinical observation of the second animal was slightly out
(+ 14 minutes) of the recommended range, 24 hour (x 5 minutes), as indicated in the Study

Plan.

This deviation has no effect on the outcome of the study.

Performing laboratory test substance reference number

Report Number: 21/201-005N
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210495

Other

The study documents and samples:

- Study Plan,

- all raw data,

- sample of the test item,

- original Study Report and any amendments,
- correspondence

will be archived according to the Hungarian GLP regulations and to applicable SOPs in the
archives of Charles River Laboratories Hungary Kft., H-8200 Veszprém, Szabadsagpuszta,
hrsz. 028/1., Hungary.

After the retention time of 15 years has elapsed, all the archived materials listed above will

be returned to the Sponsor or retained for a further period if agreed by a contract. Otherwise
the materials will be discarded.
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1.0 EXECUTIVE SUMMARY

1.1  Study Design

The primary eye irritation effect of the test item, profenofos EC (A8591B), was investigated
using three young adult male New Zealand White rabbits. The test item was administered as
an installation of a single dose of 0.1 ml into the conjunctival sac of the left eye with the
untreated right eyes serving as the control. Scoring of irritation effects was performed
approximately 1, 24, 48, 72 hours, 1 week, 2 weeks and 3 weeks after test material
installation in case of the first and second treated animals and 1, 24, 48, 72 hours, 1 week
and 2 weeks after test material installation in case of the third treated animal. Observations
with fluorescein staining were made approximately 24 hours before treatment and then 24,
48, 72 hours, 1 week, 2 weeks and 3 weeks after treatment in case of the first and second
treated animals and 1, 24, 48, 72 hours, 1 week and 2 weeks after test material installation in
case of the third treated animal. Rabbits were treated with analgesic and anaesthetic as per
the regulatory guideline. Results obtained from these three animals were used to classify the
test item for irritation potential.

1.2  Results
Initial Pain Reaction (IPR) (score 2) was observed in the second and third animal.
No Pain Reaction (PR) was observed in any animal during the study.

Eye irritation results with profenofos EC (A8591B):

Animal Scores after treatment * Mean scores | Reversible
No. 1h | 24h | 48h | 72n | (24-72h) (day)
Corneal opacity 1 1 1 1 1.00 7
Iritis 0 0 0 0 0.00 -
2885 Redness conjunctivae 2 2 2 1 1.67 2
Chemosis conjunctivae 2 2 2 1 1.67 14
Discharge 3 3 1 0 1.33 3
Corneal opacity 1 1 0 0 0.33 2
Iritis 0 0 0 0 0.00 -
2895 Redness conjunctivae 2 2 2 1 1.67 14
Chemosis conjunctivae 3 1 1 1 1.00 7
Discharge 2 1 0 0 0.33 2
Corneal opacity 1 1 1 1 1.00 7
Iritis 0 0 0 0 0.00 -
2898 Redness conjunctivae 2 2 2 1 1.67 14
Chemosis conjunctivae 3 3 1 1 1.67 7
Discharge 2 1 1 1 1.00 7
*according to the Draize scheme (Draize, 1977)

h = hour(s)
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The first treated animal became symptom-free at 3 weeks after treatment, the second animal
became symptom-free at 2 weeks after treatment (however the fluorescein staining was
positive at 2, 3 weeks after treatment), the third animal became symptom-free at 2 weeks
after treatment therefore, the study was terminated 2 weeks after the treatment of the third
rabbit.

Fluorescein staining was positive at 24, 48, 72 hours and at 1 week after treatment in the
case of the first animal, at 24, 48, 72 hours and at 2, 3 weeks after treatment in the case of
the second animal and at 24, 48, 72 hours after treatment in the case of the third animal.
The control eye of each animal was symptom-free during the study.

No clinical signs of systemic toxicity were observed in any animal in this study.

No mortality occurred during the study.

The bodyweights of all rabbits were within the normal range of variability.

1.3 Conclusion

The test item profenofos EC (A8591B) was graded as a moderate irritant (Class 5 ona 1 to 8
scale) to the rabbit eye according to the modified Kay and Calandra classification system.
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2.0 INTRODUCTION

2.1  Purpose

The purpose of this eye irritation study was to assess the irritancy potential of profenofos EC
(A8591B), following a single application to the rabbit eye.

The albino rabbit has been shown to be a suitable model for this type of study and is
recommended in the test method. The results of the study are believed to be of value in
predicting the likely eye irritancy potential of the test material to man. An in vitro eye
irritation study conducted on Isolated Chicken Eyes with profenofos EC (A8591B) (Charles
River Laboratories Hungary Kft. study code: 21/201-038CS) concluded that the test item is
non-irritant. This study was required for regulatory purposes.

2.2  Guidelines

The study followed the procedures indicated by the following internationally accepted
guidelines and recommendations:

e OECD Guidelines for the Testing of Chemicals, Section 4, Number 405 "Acute Eye
Irritation/Corrosion™, adopted 2021.

e United States Environmental Protection Agency, Health Effects Test Guidelines,
OPPTS 870.2400, Acute Eye Irritation EPA 712-C-98-195, 1998.

e Commission Regulation (EU) No 2017/735, B.5 (L 112, 2017) amending
Regulation (EC) No 440/2008.

2.3  Test Facility
This study was performed in an AAALAC-accredited laboratory. The Institutional Animal

Care and Use Committee (IACUC) of Charles River Laboratories Hungary Kft. reviewed
the Study Plan and authorised the conduct of the study.
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3.0 MATERIALS AND METHODS
3.1 Test Substance

The following information was provided by the Sponsor.

Name: Profenofos EC (A8591B)

Other name: CGA15324 EC (960)

Batch number: RANO001-099-019

Design code: A8591B

Active ingredient content*:  Content of profenofos 73.12 % w/w corresponding to
969.03 g/L

Density: 1.3253 g/cm?

Appearance: Light yellow liquid

Recertification date: 06 May 2023

Storage conditions: Room temperature (< 30°C)

Safety precautions: Enhanced safety precautions (nitrile gloves, goggles, face mask

(ABEK-P3-filter), lab coat) for unknown materials were
applied to assure personnel health and safety).

*Note: No adjustment for active ingredient content of the test item was applied as agreed by the Sponsor.
The pH of the test item was measured and was found to be 6.02.
A Certificate of Analysis supplied by the Sponsor is given in Appendix 1. The integrity of

supplied data relating to the identity, purity and stability of the test material is the
responsibility of the Sponsor.

3.2  Other Materials

For washing and fluorescein control:

Name: Saline (0.9% NacCl)

Lot No.: 94922Y05-1/10651Y05-2

Expiry Date: 30 November 2022 / 31 January 2024
Produced by: B. Braun Pharmaceuticals SA

Name: Fluorescein 100 mg/mL

Batch No.: 1037A / 10CAF

Expiry Date: 28 February 2022 / 31 August 2022

Produced by: Alcon Pharma GmbH

Fluorescein (100 mg/mL) (Batch number: 1037A, Expiry date: 28 February 2022) was mixed
with physiological saline solution (Batch number: 94922Y05-1, Expiry date: 30 November

Report Number: 21/201-005N Page:14 of 32



2022) to achieve the final concentration of 2% (v/v). The final solution was stored at room
temperature (Dispensary code: S43243, Expiry date: 18 February 2022).

Fluorescein (100 mg/mL) (Batch number: 10CAF, Expiry date: 31 August 2022) was mixed
with physiological saline solution (Batch number: 94922Y05-1, Expiry date: 30 November
2022) to achieve the final concentration of 2% (v/v). The final solution was stored at room
temperature (Dispensary code: S43245, Expiry date: 18 March 2022).

Systemic opiate analgesic:

Name: Bupredine Multidose (0.3 mg/mL buprenorphine)
Batch No.: 21B162

Expiry Date: 31 July 2023

Produced by: Le Vet Beheer B.V., The Netherlands

Topical ocular anaesthetic:

Name: Oftacain (4 mg/mL oxybuprocaine-hydrochloride)
Batch No.: 2000841 /2008951
Expiry Date: 31 January 2022 / 31 May 2022

Produced by: S.C. Rompharm Company S.R.L., Romania

Non-steroidal anti-inflammatory drug:

Name: Melovem (5 mg/mL meloxicam)

Batch No.: 20C30-01C4

Expiry Date: 31 March 2022

Produced by: Dopharma Research B.V., The Netherlands

Note: Other batches of the used materials (e.g. syringe) in the study are not reported, but archived with the raw
data.

3.3 Experimental Design

3.3.1 Animals

Species and strain: New Zealand white rabbit

Source: S&K-LAP Kift.
2173 Kartal, Csaszar ut 135, Hungary

Justification of strain: The New Zealand White rabbit is one of the standard
strains used for acute irritation toxicity studies.

Number of animals: 3 animals

Sex: Male

Age of animals at dosing: ~11/13/14 weeks

Body weight range at dosing: 3224 -3759¢

Body weight range at termination: 3921-4191¢
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Identification: The animals were identified by engraved ear tags.
The cages were marked with individual identity cards
with information about study number, sex, cage
number, dose and individual animal number.

Acclimatisation time: 13/ 28/ 36 days

3.3.2 Husbandry

Animal health: Only healthy animals were used for the study, as
certified by the veterinarian.

Housing: Animals were housed individually in AAALAC
approved metal wire rabbit cages.

Enrichment: Cages are of an open wire structure, and cages are

placed together to allow some social interaction with
rabbit(s) in adjoining cages. Dumbbell Enrichment
Devices (produced by Bio-Serv Inc., United States)
and stainless steel rattles were available for animals
during the study. Copies of the Certificates of
Analyses of enrichment devices are retained in the
archive at Charles River Laboratories Hungary Kift.

Light: 12 hours daily from 6.00 a.m. to 6.00 p.m.
(and during the analgesic/anaesthetic treatment)
Temperature: 17.9-24.0°C
Relative humidity: 31 -58%
Ventilation: 15-20 air exchanges/hour.

The temperature and relative humidity values were measured continuously. The measured
range was checked regularly during the acclimatisation and experimental phases.

3.3.3 Food and feeding

The animals received UNI diet for rabbits (produced by Cargill Takarmany Zrt., Hungary),
ad libitum. The food was considered not to contain any contaminants that could reasonably
be expected to affect the purpose or integrity of the study.

The batch numbers of the lots used in the study are:

e Batch no.: 0008019204, expiry date: 06 April 2022
e Batch no.: 0008038307, expiry date: 13 April 2022

A detailed description of the contents of the lots used is archived with the raw data at Charles
River Laboratories Hungary Kft.
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3.3.4 Water supply and quality control

The animals received tap water, fit for human consumption, ad libitum, from the automatic
system supplied by the communal water network. The water was considered not to contain
any contaminants that could reasonably be expected to affect the purpose or integrity of the
study.

The quality control analysis is performed at least once every 3 months and microbiological
assessment is performed monthly by Local Public Health Laboratories (H-8200 Veszprém,
Jozsef Attila u. 36., Hungary). The quality control results are retained in the archive at
Charles River Laboratories Hungary Kft.

3.4  Pre-Study and Analgesic and Anaesthetic Treatment Procedures
3.4.1 Invitro study results

An in vitro eye irritation study was performed prior to treatment on any animal. The results
from the in vitro eye irritation study (Charles River Laboratories Hungary Kft. study code:
21/201-038CS) in the Isolated Chicken Eye model with profenofos EC (A8591B) (Batch
number: RAN001-099-019), inaccordance with the guidance from the OECD No. 438 for
this method, concluded that the test item is non-irritant.

3.4.2 ldentification of pH

The pH of the test item was measured as pH 6.02, which is within the acceptable range given
in the OECD guideline, permitting the test item to be used in the animal studies.

3.4.3 Pre-study examination

Before the start of the test, both eyes of the provisionally selected test rabbits were examined
for evidence of ocular irritation or defect. Additionally, to assess the presence of corneal
damage, fluorescein staining was employed at least approximately 24 hours prior to
instillation, using a hand-held slit-lamp. Only animals free of ocular damage were used.

3.4.4 Chronology of animal use

Initially only one rabbit was treated with test item. The animal (2885) showed scores of
above zero at 1, 24, 48, 72-hour, 1-week and 2-weeks observation points after treatment, and
the fluorescein staining was positive at 24, 48, 72-hour, 1-week observation points after
treatment. The first animal became symptom-free after 3 weeks, therefore the second rabbit
(2895) was treated after the 2-week observation of the first rabbit.

The second animal showed scores of above zero at 1, 24, 48, 72-hour, 1-week observation

points after treatment, the fluorescein staining was positive at 24, 48, 72-hour, 2-week and 3-
week observation points after treatment. The fluorescein staining was negative at 1-week
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observation points after treatment, therefore the third rabbit (2898) was treated after the 1-
week observation of the second rabbit.

The third animal showed scores of above zero at 1, 24, 48, 72-hour, 1-week observation
points after treatment, the fluorescein staining was positive at 24, 48, 72-hour observation
points after treatment.

3.4.5 Analgesic and anaesthetic treatment

Sixty minutes (60 £10 min) prior to test substance application, a systemic opiate analgesic
was administered by subcutaneous injection under direct VVeterinary supervision.

Five minutes (5 £1.5 min) prior to test substance application, a topical ocular anaesthetic was
applied to each eye (including the control eye) to ensure direct comparison of any ocular
observations.

Eight hours (8 to 9 h) after test substance application, a systemic opiate analgesic and a non-
steroidal anti-inflammatory drug (NSAID) were administered by subcutaneous injection
under direct Veterinary supervision. The systemic opiate analgesic was again injected ~12
hours after the post-treatment analgesic and then every 12 hours, until eye scores were zero.
The NSAID was again injected every 24 hours, until the ocular lesions were resolved and
eye Scores were zero.

Systemic opiate analgesic: 0.01 mg/kg of buprenorphine
Topical ocular anaesthetic: one-two drops/eye oxybuprocaine-hydrochloride
Non-steroidal anti-inflammatory drug: 0.5 mg/kg of meloxicam

3.5 Administration of the Test Item
3.5.1 Dosage

A single volume of 0.1 ml of profenofos EC (A8591B) was administered to the left eye of
each animal.

3.5.2 Application of the test item

The test substance was placed in the conjunctival sac of the left eye of the animal after
gently pulling the lower lid away from the eyeball. The lids were then gently held together
for at least one second in order to prevent loss of the material.

The untreated contralateral eye served as the control.
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3.5.3 Duration of exposure

In case of the second and third treated animal (1D 2895, ID 2898) at the 1-hour observation
time point, conjunctival chemosis (score 3) was observed, therefore washing of the eye with
physiological saline solution was necessary at 1 hour.

Both eyes of the test animals were rinsed with physiological saline solution following
fluorescein control: 24, 48, 72 hours, 1 week, 2 weeks and/or 3 weeks after test item
application as part of the fluorescein observation process.

3.6  Observations and Scoring
3.6.1 Clinical observations and evaluation of ocular irritation

Scoring of irritation effects was performed approximately 1, 24, 48, 72 hours, 1 week, 2
weeks and/or 3 weeks after test material installation.

Observations with fluorescein staining were made approximately 24 hours before treatment
and then 24, 48, 72 hours, 1 week, 2 weeks and/or 3 weeks after treatment.

The duration of the observation period was sufficient to identify reversibility or
irreversibility of changes. Any clinical signs of toxicity or signs of ill-health during the study
were recorded. All rabbits were examined for distress at least twice daily, with observations
at least 6 hours apart. Clinical observations or signs of ill-health were recorded.

3.6.2 Scoring and assessment of local reaction

The eye irritation scores were evaluated according to the scoring system by Draize (1977),
and OECD 405 (2021) shown in Appendix 3.

3.6.3 Classification of the test item

The numerical values corresponding to each animal, tissue and observation time were
recorded. The data relating to the conjunctivae were designated by the letters A (redness), B
(chemaosis) and C (discharge), those relating to the iris designated by the letter D and those
relating to the cornea by the letters E (degree of opacity) and F (area of cornea involved).
For each tissue the score was calculated as follows:

Score for conjunctivae = (A+B+C)x2
Score for iris = Dx5
Score for cornea = (ExF)x5

Using the numerical data obtained, a modified version of the system described by Kay, J. H.
and Calandra, J. C. (1962), J. Soc. Cosmet. Chem. 13, 281 289 (see Appendix 4) was used to
classify the ocular irritancy potential of the test material. This was achieved by adding
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together the scores for the cornea, iris and conjunctivae for each time point for each rabbit.
The group means of the total scores for each observation were calculated. The highest of
these group means (the maximum group mean score) together with the persistence of the
reactions enabled classification of the eye irritancy potential of the test material.

3.6.4 Measurement of body weight

Individual body weight was recorded on the day of treatment and then 1 week, 2 weeks or 3
weeks (before euthanasia) (Table 5).

3.7  Post Mortem Investigations

At the end of the observation period, animals were euthanised by intravenous sodium
pentobarbital (Euthanimal) anaesthesia. Following confirmation of death, the carcasses were
discarded without further examination. Details of the material employed for euthanasia are
retained in the raw data and detailed in Section 3.7.1.

3.7.1 Material used for euthanasia

Name: Euthanimal 40% (400 mg/ mL sodium pentobarbital)
Lot No.: 2001004-06

Expiry Date: 31 January 2023

Produced by: Alfasan Nederland BV, The Netherlands

4.0 RESULTS AND DISCUSSION

4.1  Ocular Reactions

Individual ocular reactions and individual total scores results are presented in Table 1, 2, 3.
Initial Pain Reaction (IPR) (scare 2) was observed in the second and third animal.
No Pain Reaction (PR) was observed in any animal during the study.

One hour after the application, redness (score 2), chemosis (score 3 or 2), discharge
(score 3 or 2) and corneal opacity (score 1, area 4) were noted in all animals.

At 24 hours after the treatment, redness (score 2), chemosis (score 3 or 2 or 1), discharge
(score 3 or 1) and corneal opacity (score 1, area 4) were noted in all animals. The rabbits
showed positive reaction to fluorescein staining.

At 48 hours after the treatment, redness (score 2), chemosis (score 2 or 1) were noted in

all animals. Discharge (score 1) and corneal opacity (score 1, area 4) were noted in the first
and third animal. The rabbits showed positive reaction to fluorescein staining.
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At 72 hours after the treatment, redness (score 1) and chemosis (score 1) were noted in all
animals. Discharge (score 1) was noted in the third animal. Corneal opacity (score 1, area 4)
was noted in the first and third animal. The rabbits showed positive reaction to fluorescein
staining.

At 1 week after the treatment, redness (score 1) was noted in all animals. Chemaosis (score
1) was noted in the first animal. Fluorescein staining was positive in the first animal.

At 2 weeks after the treatment, redness (score 1) was noted in the first animal. Fluorescein
staining was positive in the second animal.

At 3 weeks after the treatment, no conjunctival or corneal effects were observed in the
first and second animal. Fluorescein staining was positive in the second animal.

Fluorescein staining is presented.in Table 4.
The study was terminated 2 weeks after the treatment of the third rabbit.

The control eye of each animal was symptom-free during the study.

4.2  Bodyweight
The bodyweights of all rabbits were within the normal range of variability.
Individual bodyweights and bodyweight changes are given in Table 5.

4.3  Clinical Signs

No clinical signs of systemic toxicity were observed in any animal in this study (Table 6).

4.4~ Mortality

No mortality occurred during the study.

5.0 CONCLUSIONS

The test item profenofos EC (A8591B) was graded as a moderate irritant (Class 5ona 1 to 8
scale) to the rabbit eye according to the modified Kay and Calandra classification system.
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TABLE 1

*Based on Kay J H and Calandra J C (1962)

Individual Draize Scores and Individual Total Scores* for Ocular Irritation

Rabbit number and sex 2885, male 2895, male 2898, male

IPR 0 2 2

PR 0O 0o 0o 00O 0O 0OJO O O0OOUO O O}fJO0O O O O O O NA

Time after treatment 1 24 48 72 1 2 3 ]1 24 48 72 1 2 311 24 48 72 1 2 3
H HF Hr Hr W W W JHr Hr Hr- Hr W W W Hr Hr Hr Hr W W W

CORNEA

E = Degree of Opacity 11 1 1 0 0 O0OJ1 2. 0 0 O O OfJ1 2 1 1 0O 0 NA

F = frea of Comea 4 4 4 400 0|4 4000 0 0|4 4 4 4 0 0 NA

*Score (EXF) x5 20 20 20 20 0 O 02020 0 0O O O 020 20 20 20 0O O NA

IRIS

D 00 0 0 O 0 0 0 0 O L0 & 0, O A NA

* Score (D x 5) O 0o 0o 00O 0O OfJO OOUOTO O OfJO O O O O 0O NA

CONJUNCTIVAE

A = Redness 2 2 2 1 1 1 02 2 2 1 1 0 012 2 2 1 1 0 NA

B = Chemosis 2 2 2 1 1 0 03 1 1 1 0 O 0}J3 3 1 1 0 0 NA

C = Discharge 33 1. 0 0 0 O0}J2 1 0 0 O O O}2 1 1 1 0 0 NA

* Score (A+B+C) x 2 14 14 10 4 4 0114 8 6 4 0 0|14 12 8 6 2 0 NA

* Total Score 34 34 30 24 4 0134 28 6 4 0134 32 28 26 2 NA

IPR: Initial pain reaction
PR: Pain reaction

Hr: Hour(s)

W: Week(s)

NA: Not Applicable




Eye Irritation Scores - Mean Values after 1, 24, 48 and 72

TABLE 2
Hours
Animal Corneal Conjunctival Conjunctival
Sex . Iritis oedema
Number opacity redness .
(chemosis)
2885 male 1.00 0 1.75 1.75
2895 male 0.50 0 1.75 1.50
2898 male 1.00 0 1.75 2.00
TABLE 3 Individual Total Scores and Group Mean Scores for Ocular
Irritation Calculated from the Draize Scores
Rabbit * Individual Total Scores At:
Number 1 24 48 72 1 2 3
and Sex | Hour | Hours | Hours | Hours | Week | Weeks | Weeks
2885, Male 34 34 30 24 4 2 0
2895, Male 34 28 6 2 0 0
2898, Male 34 32 28 26 2 0 NA
*
Group | 100 | 94 | 64 | 54 8 2 0
Total
*
Group | 5,00 31.33 | 21.33 | 18.00 | 2.67 | 067 | 0.00
Mean Score

*: Kay J H and Calandra J C (1962)

NA: Not Applicable
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TABLE 4

Individual Fluorescein Staining

Number

Rabbit | Fluorescein Staining (treated eye) at times after treatment

and Sex -24

24

Hours | Hours

48

72

1

2 3

Hours | Hours | Week | Weeks | Weeks

2885,
Male

+

+

+

+

2895,
Male

2898,
Male

Remarks:

- . Absence of Fluorescein Stain
+ : Presence of Fluorescein Stain

NA: Not Applicable

TABLE S Individual Bodyweights and Bodyweight Change
Rabbit Number Individual Bodyweight (g) Bodyweight
and Sex Before treatment | At termination* | Change (9)
2885, Male 3224 3998 774
2895, Male 3759 4191 432
2898, Male 3634 3921 287

*: The first and second animal was terminated at 3 weeks after treatment, the third

animal was terminated after 2 weeks.

TABLE 6 Individual Clinical Signs
Rabbit
Number Day0 | Dayl | Day2 | Day3 | 1week |2 weeks |3 weeks
and Sex
2885, Male N N N N N N N
2895, Male N N N N N N N
2898, Male N N N N N N NA
Y: Present
N: Absent

NA: Not Applicable
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APPENDIX 1 Certificate of Analysis

ALS Laboratérios LS Lida, SYNGENTA PROTEGAD DE CULTIVOS Ltda.
Rua Fabia, 58 = CEP: 05051-030 Rua Doutor Rubens Gomes Bueno n® 681,
S&0 Paulo, SP - Brazil 11° andar, Tome Sigma
CEP 04730-000 — Bairro Vérzea de Baixe
ALS S#io Paulo-SP - Brazd
Certificate of Analysis
ABS91B
Profenofos EC (960)
RANO001-099-019
—
Batch Identification RANDOO1-095-018
Product Code ABSE1B
Other Product Code(s) AB5S1; CGA15324 EC (980); EXF23450E
EUP number 514/2020 Expiry date: 26/102/2023
Received on 12 May 2021
Source Syngenta Protegdo de Cultivos Ltda,
Rodovia Professor Zeferino Vaz, SP 332, &/n®, km
127.5 - Bairmo Santa Terezinha, CEP 13148-915 -
Paulinia — SP — Brasil
Chemical Analysis
(Active Ingredients Content)
- Content of Profenofos * 73.12 % wiw corresponding to 869.03 g/l

The Active Ingredient content is within the FAQ limits.
Methodology used for Characterization: CG-FID {SF-1135/1)

Physical Analysis

- Density * 1.3253 glom?
Stability:

~  Storage Temperature <30°C

- Recertification Date 06 May 2023

If stored under the canditions given above, this test item can be conskdered stable until the recertification
date iz reached.

This Certificate of Analysis summarizes data which originates either from a single study or from several
individual studies. Tests marked with an asterisk (*) have been conducted in compliance with GLP. All
original raw data, including any sterage medium for electronically recorded data, documentation, the
signed study plan, the protocal amendments, the final report and a sample of the test item will be
ratained in the GLP Archives at ALS Laboratnos LS Lida,

Study number of batch characterization: 25526/2021CC
Authorization: 26 May 2021 i A L e 5ol
Victor Ferraira Gomes da Silva
ALS Laboratbrios LS Lida.
CAZI20124 -B Page 1 of 1
Best available copy
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APPENDIX 2 Pain Reaction

When the test material is instilled in the eye there may be an initial local pain reaction
(IPR) and local pain reaction (PR). The reaction was graded as follows:

IPR/PR . . . .
Score Reaction by Animal Descriptive Rating
0 No response No pain
1 A few blinks only, normal within one or two minutes Practically no pain
2 Rabbit blinks and tries to open eye, but reflex closes it Slight pain
3 Rabbit holds eye shut and pyts pressure on lids, may Moderate pain
rub eye with paw
4 Rabbit holds eye shut vigorously, may squeal Severe pain
5 Rabbit holds eye s_hut vigorously, may squeal, claw at Very severe pain
eye, jump and try to escape

NOTE: if an IPR/PR score of 4 or 5 is observed, or if more than transient score 3 is observed,
then the rabbit is treated with ““rescue analgesia”.
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APPENDIX 3 Draize Scale for Scoring Ocular Irritation

1. CONJUNCTIVAE

(A)  Redness (refers to palpebral and bulbar conjunctivae excluding cornea and iris)
Vessels normal
Vessels definitely injected above normal
More diffuse, deeper crimson red, individual vessels not easily discernible
Diffuse beefy red

w N - O

(B)  Chemosis
No swelling

Any swelling above normal (includes nictitating membrane)
Obvious swelling with partial eversion of lids

Swelling with lids about half closed

Swelling with lids half closed to completely closed

H~ WO N P O

(C) Discharge
No discharge

Any amount different from normal (does not include small amounts observed in inner
canthus of normal animals)

= O

Discharge with moistening of the lids and hairs just adjacent to lids 2
Discharge with moistening of the lids and hairs a considerable area around the eye 3
* THETOTALSCORE=(A+B+C)x2 MAXIMUM TOTAL =20
2. IRIS
(D) Values

Normal

Folds above normal, congestion, swelling, circumcorneal injection (any or all of these or 1
combination of any thereof) iris still reacting to light (sluggish reaction is positive)

No reaction to light, haemorrhage, gross destruction (any or all of these) 2
* THE TOTAL SCORE=D x5 MAXIMUM TOTAL =10

3. CORNEA

(E) Degree of Opacity (most dense area used)
No opacity
Scattered or diffuse areas, details of iris clearly visible
Easily discernible translucent areas, details of iris slightly obscured
Opalescent areas, no details of iris visible, size of pupil barely discernible
Opaque, iris not discernible through the opacity

A WO N P O

(F)  Area of Cornea Involved
One quarter (or less) but not zero 1
Greater than one quarter but less than half 2
Greater than half but less than three quarters 3
4

Greater than three quarters, up to whole area
* THE TOTAL SCORE=(ExF)x5 MAXIMUM TOTAL =80
*  MAXIMUM TOTAL SCORE POSSIBLE =110

*: Total scores according to Kay and Calandra system (1962)
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APPENDIX 4 Modified Kay and Calandra Interpretation of Eye Irritation
Test
MAXIMUM DESCRIPTION RATING
MEAN SCORE PERSISTENCE OF SCORE (AND CLASS)
001005 Group mean total score at 24 hours = 0 Non-irritant 1)
' ' Group mean total score at 24 hours > 0 Practically non-irritant )
051025 Group mean total score at 24 hours = 0 Practically non-irritant )
' ' Group mean total score at 24 hours > 0 Minimal irritant 3)
251015 Group mean total score at 48 hours = 0 Minimal irritant ®3)
' Group mean total score at 48 hours > 0 Mild irritant 4)
1510 25 Group mean total score at 72 hours = 0 Mild irritant 4)
Group mean total score at 72 hours > 0 Moderate irritant (5)
More than half of the individual <
total scores at 7 days 10 or less Moderate inffgs ®)
More than half of the individual
Group mean total score at 7 days total scores at 7 days > 10 but no -
251050 20 or less individual total score at 7 days > Moderate irritant ®)
30
More than half of the individual
total scores at 7 days > 10 and any ~ Severe irritant (6)
individual score at 7 days > 30
Group mean total score at 7 days > 20 Severe irritant (6)
More than half of the individual Sty
total scores at 7 days 30 or less SEEant ©)
More than half of the individual
Group mean total score at 7 days total scores at 7 days > 30 but no -
501080 40 or less individual total scores at 7 days > Severe irritdgl ®)
60
More than half of the individual
total scores at 7 days > 30 and -
individual total score at 7 days > Very severe irritant Y
60
Group mean total score at 7 days > 40 Very severe irritant 7)
More than half of the individual e,
total scores at 7 days 60 or less Very severe INISIS O
More than half of the individual
Group mean total score at 7 days total scores at 7 days > 60 but no =
BQyQ 100 80 or less individual total score at 7 days > Very severdiigiignt O
100
More than half of the individual
total scores at 7 days > 60 and -
individual total score at 7 days > Extremely severe irTitanL (@)
100
Group mean total score at 7 days > 80 Extremely severe irritant ~ (8)
Group mean total score at 7 days Very severe irritant 7)
100 to 110 80 or less
Group mean total score at 7 days > 80 Extremely severe irritant ~ (8)
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APPENDIX 5

GLP Certificate

1051 Bugapesy, Zrinyi uica 3.

Levelcim: 1372 Postafiok 450

Tel.z+36 1 886 %300, Fax: +35 1 B85 9460
E-mail; egyeiogyeigm

Web: waw.ogyei.gov.hu

D GY E I Qrszagos Gysgyszerészeti
&5 Elelmezes-egészsegugy Intezet

Hatosagi Ellendrzési Féosztaly

Ref. no: OGYEL-29520-2/2021
Admin - Dr. Szaller Foltin

GOOD LABORATORY PRACTICE (GLP)
CERTIFICATE

It is hereby certified that the test facility

Charles River Laboratories Hungary Eft.

H-5200 Veszprém, Szabadsagpuszta

is able to carry out

Dphysico-chemical festing, toxicity studies, mutagenicity studies, environmental roxicity
sindies on aguatic or ferresirial organisms, studies on behavionr in water, soil and air; bio-
accumulation, analvtical and clinical chemisiry, pathology studies, preparafion of
microscopic fissie secfions, reproduction toxicelogy, in vifro sindies, inhalafion foxicology,

and contract archiving

in compliance with the Principles of GLP (Good Laboratory Practice) and also complies with
the corresponding OECD/European Comnmunity requirements.

Date of the inspection: 07-11 May 2018.

This certificate is valid up to 11* of May. 2022. »
Dir. Lukacs g:gnalu.:r it

Lt Fananc
Ferenc =
F pu
Jozsef 1304114 +03'00°
Dr. Ferenc Lukacs
Head of Inspectorate

Note: Translation of the text of the certificate in the header: ("Orszagos Gy6gyszerészeti és Elelmezés-egészségiigyi Intézet")
- ("National Institute of Pharmacy and Nutrition"); (“Hatdséagi Ellen6rzési Féosztaly™) - (Inspectorate Division) and at the
signature: (“Digitalisan alairta”) - (Digitally signed); (“Datum”) - (“Date”).
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The Following Statement Applies To The United States of America:



STATEMENT OF NO DATA CONFIDENTIALITY CLAIMS

UNDER SPECIFIED FIFRA PROVISIONS



No claim of confidentiality, on any basis whatsoever, is made for any information contained in this document. I acknowledge that information not designated as within the scope of FIFRA sec. 10(d)(1)(A), (B), or (C) and which pertains to a registered or previously registered pesticide is not entitled to confidential treatment and may be released to the public, subject to the provisions regarding disclosure to multinational entities under FIFRA 10(g).



Company: 	Syngenta Crop Protection, LLC

	410 Swing Road

	Post Office Box 18300

Greensboro, NC 27419-8300 USA





Submitter: ______________________	Date: ______________________



Syngenta is the owner of this information and data. Syngenta has submitted this material to the United States Environmental Protection Agency specifically under the provisions contained in FIFRA as amended and, hereby, consents to use and disclosure of this material by EPA according to FIFRA. In submitting this material to EPA according to method and format requirements contained in PR Notice 2011-3, we do not waive any protection or right involving this material that would have been claimed by the company if this material had not been submitted to the EPA, nor do we waive any protection or right provided under FIFRA Section 3 (concerning data exclusivity and data compensation) or FIFRA Section 10(g) (prohibiting disclosure to foreign and multinational pesticide companies or their agents).
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This study was conducted in accordance with a written Study Plan, authorized by the Sponsor and Charles River Laboratories Hungary Kft. Management, and followed applicable Standard Operating Procedures.



I, the undersigned, declare that this report constitutes a true record of the actions undertaken and the results obtained in the course of this study. By virtue of my dated signature, I accept the responsibility for the validity of the data.
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Study Number:	21/201-005N



Study Title:	Profenofos EC (A8591B) - Acute Eye Irritation Study in Rabbits





This Study has been audited by Quality Assurance in accordance with the applicable Good Laboratory Practice regulations. Audit reports were submitted in accordance with SOPs as follows:



		Date of Inspection

		Phase(s) Inspected/Audited

		Date of report to



		

		

		Management

		Study Director



		24 January 2022

		Study Plan

		24 January 2022

		24 January 2022



		18 January 2022

		Treatment

		18 January 2022

		18 January 2022



		25 March 2022

		Body weight measurement

		25 March 2022

		25 March 2022



		23 March 2022

		Clinical observation

		23 March 2022

		23 March 2022



		06 April 2022

		Draft Report

		06 April 2022

		06 April 2022



		06 April 2022

		Final Report

		06 April 2022

		06 April 2022







In addition to the above-mentioned audits, (which may include study specific inspections and/or relevant process based inspections) routine facility inspections were also conducted. 

The Final Report reflects the raw data and accurately and completely describes the methods and procedures of the study.









Signature:________________________	Date:___________________

Ildikó Nyitrai, M.Sc.

On Behalf of QA
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Signature: _____________________________	Date:_____________________

	Balázs Tóth, Ph.D.

	General Manager
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GENERAL INFORMATION



Contributors

The following contributed to this report in the capacities indicated*: 



		Name

		Function



		Ivett Orosz, M.Sc.

		Study Director



		Nikoletta Szalóki, Ph.D.

		Assistant Scientist



		Ágnes Rédl, M.Sc.

		Quality Assurance



		Ildikó Nyitrai, M.Sc.

		Quality Assurance



		László Székelyhidi, D.V.M.

		Veterinary Care



		Tamás Mészáros, Ph.D.

		Pharmacy



		Carolina Vaccari, Ph.D.

		Syngenta Study Manager







*Other trained, competent personnel worked on the study as required.



		Study dates



		



		Study initiation date:

		17 January 2022



		Experimental starting date:

		24 January 2022



		Experimental completion date:

		03 March 2022



		Receipt of animals:

		12 January 2022



		Acclimatisation:

		12 – 24 January, 12 January – 08 February, 12 January – 16 February 2022 



		Treatment:

		25 January 2022 (animal no. 2885)

09 February 2022 (animal no. 2895)

17 February 2022 (animal no. 2898)



		Observation:

		25 January – 15 February 2022 (animal no. 2885)

09 February – 02 March 2022 (animal no. 2895)

17 February – 03 March 2022 (animal no. 2898)



		Draft Report (non-QA audited):

		05 April 2022



		Draft Report (QA audited):

		06 April 2022



		Final Report:

		07 April 2022







Deviations from the guidelines and the Study Plan

Due to technical error, temperature value (maximum of 24.0°C) outside the expected range of 19-23°C were recorded occasionally in the animal rooms during the study. 



Due to technical error, the 24-hours clinical observation of the second animal was slightly out (+ 14 minutes) of the recommended range, 24 hour (± 5 minutes), as indicated in the Study Plan.



This deviation has no effect on the outcome of the study.



Performing laboratory test substance reference number

210495



Other

The study documents and samples:

-	Study Plan,

-	all raw data,

-	sample of the test item,

-	original Study Report and any amendments,

-	correspondence



will be archived according to the Hungarian GLP regulations and to applicable SOPs in the archives of Charles River Laboratories Hungary Kft., H-8200 Veszprém, Szabadságpuszta, hrsz. 028/1., Hungary.
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EXECUTIVE SUMMARY

[bookmark: _Toc329155045][bookmark: _Toc329399669][bookmark: _Toc329740369][bookmark: _Toc329741713][bookmark: _Toc329771199][bookmark: _Toc333138637][bookmark: _Toc333717918][bookmark: _Toc333718299][bookmark: _Toc333719783][bookmark: _Toc335019902][bookmark: _Toc336392402][bookmark: _Toc336394331][bookmark: _Toc336666990][bookmark: _Toc336671753][bookmark: _Toc336914273][bookmark: _Toc340307393][bookmark: _Toc340311905][bookmark: _Toc340312716][bookmark: _Toc344003199][bookmark: _Toc454790077][bookmark: _Toc454790695][bookmark: _Toc496501647][bookmark: _Toc239035595][bookmark: _Toc100057802]Study Design

The primary eye irritation effect of the test item, profenofos EC (A8591B), was investigated using three young adult male New Zealand White rabbits. The test item was administered as an installation of a single dose of 0.1 ml into the conjunctival sac of the left eye with the untreated right eyes serving as the control. Scoring of irritation effects was performed approximately 1, 24, 48, 72 hours, 1 week, 2 weeks and 3 weeks after test material installation in case of the first and second treated animals and 1, 24, 48, 72 hours, 1 week and 2 weeks after test material installation in case of the third treated animal. Observations with fluorescein staining were made approximately 24 hours before treatment and then 24, 48, 72 hours, 1 week, 2 weeks and 3 weeks after treatment in case of the first and second treated animals and 1, 24, 48, 72 hours, 1 week and 2 weeks after test material installation in case of the third treated animal. Rabbits were treated with analgesic and anaesthetic as per the regulatory guideline. Results obtained from these three animals were used to classify the test item for irritation potential.



[bookmark: _Toc239035596][bookmark: _Toc100057803]Results

Initial Pain Reaction (IPR) (score 2) was observed in the second and third animal.



No Pain Reaction (PR) was observed in any animal during the study.



[bookmark: _Toc239035597]Eye irritation results with profenofos EC (A8591B):



		Animal No.

		

		Scores after treatment *

		Mean scores
(24-72 h)

		Reversible
(day)



		

		

		1 h

		24 h

		48 h

		72 h

		

		



		2885

		Corneal opacity

Iritis

Redness conjunctivae

Chemosis conjunctivae

Discharge

		1

0

2

2

3

		1

0

2

2

3

		1

0

2

2

1

		1

0

1

1

0

		1.00

0.00

1.67

1.67

1.33

		7

-

21

14

3



		2895

		Corneal opacity

Iritis

Redness conjunctivae

Chemosis conjunctivae

Discharge

		1

0

2

3

2

		1

0

2

1

1

		0

0

2

1

0

		0

0

1

1

0

		0.33

0.00

1.67

1.00

0.33

		2

-

14

7

2



		2898

		Corneal opacity

Iritis

Redness conjunctivae

Chemosis conjunctivae

Discharge

		1

0

2

3

2

		1

0

2

3

1

		1

0

2

1

1

		1

0

1

1

1

		1.00

0.00

1.67

1.67

1.00

		7

-

14

7

7





*according to the Draize scheme (Draize, 1977)

h = hour(s)




The first treated animal became symptom-free at 3 weeks after treatment, the second animal became symptom-free at 2 weeks after treatment (however the fluorescein staining was positive at 2, 3 weeks after treatment), the third animal became symptom-free at 2 weeks after treatment therefore, the study was terminated 2 weeks after the treatment of the third rabbit.



Fluorescein staining was positive at 24, 48, 72 hours and at 1 week after treatment in the case of the first animal, at 24, 48, 72 hours and at 2, 3 weeks after treatment in the case of the second animal and at 24, 48, 72 hours after treatment in the case of the third animal.



The control eye of each animal was symptom-free during the study.



No clinical signs of systemic toxicity were observed in any animal in this study.



No mortality occurred during the study.



The bodyweights of all rabbits were within the normal range of variability.



[bookmark: _Toc100057804]Conclusion

[bookmark: _Toc239035598]The test item profenofos EC (A8591B) was graded as a moderate irritant (Class 5 on a 1 to 8 scale) to the rabbit eye according to the modified Kay and Calandra classification system.




[bookmark: _Toc524425706][bookmark: _Toc100057805]INTRODUCTION

[bookmark: _Toc239035599][bookmark: _Toc100057806]Purpose

The purpose of this eye irritation study was to assess the irritancy potential of profenofos EC (A8591B), following a single application to the rabbit eye. 



The albino rabbit has been shown to be a suitable model for this type of study and is recommended in the test method. The results of the study are believed to be of value in predicting the likely eye irritancy potential of the test material to man. An in vitro eye irritation study conducted on Isolated Chicken Eyes with profenofos EC (A8591B) (Charles River Laboratories Hungary Kft. study code: 21/201-038CS) concluded that the test item is non-irritant. This study was required for regulatory purposes.



[bookmark: _Toc239035600][bookmark: _Toc100057807]Guidelines

The study followed the procedures indicated by the following internationally accepted guidelines and recommendations:



· OECD Guidelines for the Testing of Chemicals, Section 4, Number 405 "Acute Eye Irritation/Corrosion", adopted 2021.



· United States Environmental Protection Agency, Health Effects Test Guidelines, OPPTS 870.2400, Acute Eye Irritation EPA 712-C-98-195, 1998.



· Commission Regulation (EU) No 2017/735, B.5 (L 112, 2017) amending Regulation (EC) No 440/2008.



[bookmark: _Toc280688476][bookmark: _Toc323898315][bookmark: _Toc364077708][bookmark: _Toc100057808]Test Facility

This study was performed in an AAALAC-accredited laboratory. The Institutional Animal Care and Use Committee (IACUC) of Charles River Laboratories Hungary Kft. reviewed the Study Plan and authorised the conduct of the study.



[bookmark: _Toc235253235][bookmark: _Toc235253752][bookmark: _Toc235253798][bookmark: _Toc235253947][bookmark: _Toc235255125][bookmark: _Toc239035601]


[bookmark: _Toc100057809]MATERIALS AND METHODS

[bookmark: _Toc86481803][bookmark: _Toc86482085][bookmark: _Toc86482406][bookmark: _Toc86485398][bookmark: _Toc86485500][bookmark: _Toc86485633][bookmark: _Toc86543044][bookmark: _Toc87677039][bookmark: _Toc239035602][bookmark: _Toc327366470][bookmark: _Toc100057810]Test Substance

The following information was provided by the Sponsor.



Name:		Profenofos EC (A8591B)

Other name:		CGA15324 EC (960)

Batch number:		RAN001-099-019

Design code:		A8591B

Active ingredient content*:	Content of profenofos 73.12 % w/w corresponding to 
969.03 g/L

Density:		1.3253 g/cm³

Appearance:		Light yellow liquid

Recertification date:		06 May 2023

Storage conditions:		Room temperature (< 30°C)

Safety precautions:		Enhanced safety precautions (nitrile gloves, goggles, face mask (ABEK-P3-filter), lab coat) for unknown materials were applied to assure personnel health and safety).



*Note: No adjustment for active ingredient content of the test item was applied as agreed by the Sponsor.



The pH of the test item was measured and was found to be 6.02.



A Certificate of Analysis supplied by the Sponsor is given in Appendix 1. The integrity of supplied data relating to the identity, purity and stability of the test material is the responsibility of the Sponsor.

[bookmark: _Toc207503629][bookmark: _Toc207619325][bookmark: _Toc207782741][bookmark: _Toc233095221][bookmark: _Toc355600927]

[bookmark: _Toc100057811]Other Materials 

For washing and fluorescein control:



Name:	Saline (0.9% NaCl)

Lot No.:	94922Y05-1 / 10651Y05-2

Expiry Date:	30 November 2022 / 31 January 2024

Produced by:	B. Braun Pharmaceuticals SA



Name:	Fluorescein 100 mg/mL

Batch No.:	1037A / 10CAF

Expiry Date:	28 February 2022 / 31 August 2022

Produced by:	Alcon Pharma GmbH



Fluorescein (100 mg/mL) (Batch number: 1037A, Expiry date: 28 February 2022) was mixed with physiological saline solution (Batch number: 94922Y05-1, Expiry date: 30 November 2022) to achieve the final concentration of 2% (v/v). The final solution was stored at room temperature (Dispensary code: S43243, Expiry date: 18 February 2022).

Fluorescein (100 mg/mL) (Batch number: 10CAF, Expiry date: 31 August 2022) was mixed with physiological saline solution (Batch number: 94922Y05-1, Expiry date: 30 November 2022) to achieve the final concentration of 2% (v/v). The final solution was stored at room temperature (Dispensary code: S43245, Expiry date: 18 March 2022).



Systemic opiate analgesic:



Name:	Bupredine Multidose (0.3 mg/mL buprenorphine)

Batch No.:	21B162

Expiry Date:	31 July 2023

Produced by:	Le Vet Beheer B.V., The Netherlands



Topical ocular anaesthetic:



Name:	Oftacain (4 mg/mL oxybuprocaine-hydrochloride)

Batch No.:	2000841 / 2008951

Expiry Date:	31 January 2022 / 31 May 2022

Produced by:	S.C. Rompharm Company S.R.L., Romania



Non-steroidal anti-inflammatory drug:



Name:	Melovem (5 mg/mL meloxicam)

Batch No.:	20C30-01C4

Expiry Date:	31 March 2022

Produced by:	Dopharma Research B.V., The Netherlands



Note: Other batches of the used materials (e.g. syringe) in the study are not reported, but archived with the raw data.



[bookmark: _Toc211312182][bookmark: _Toc211312280][bookmark: _Toc211312453][bookmark: _Toc239035604][bookmark: _Toc100057812]Experimental Design

[bookmark: _Toc496501665][bookmark: _Toc239035605][bookmark: _Toc100057813]Animals

Species and strain:	New Zealand white rabbit

Source:		S&K-LAP Kft.

		2173 Kartal, Császár út 135, Hungary

Justification of strain:	The New Zealand White rabbit is one of the standard strains used for acute irritation toxicity studies.

Number of animals:	3 animals

Sex:	Male

Age of animals at dosing:	~11/13/14 weeks

Body weight range at dosing:	3224 – 3759 g 

Body weight range at termination:	3921 – 4191 g

Identification:	The animals were identified by engraved ear tags. The cages were marked with individual identity cards with information about study number, sex, cage number, dose and individual animal number. 

Acclimatisation time:	13 / 28 / 36 days



[bookmark: _Toc100057814]Husbandry

Animal health:	Only healthy animals were used for the study, as
certified by the veterinarian.

Housing:	Animals were housed individually in AAALAC approved metal wire rabbit cages.

Enrichment:	Cages are of an open wire structure, and cages are placed together to allow some social interaction with rabbit(s) in adjoining cages. Dumbbell Enrichment Devices (produced by Bio-Serv Inc., United States) and stainless steel rattles were available for animals during the study. Copies of the Certificates of Analyses of enrichment devices are retained in the archive at Charles River Laboratories Hungary Kft.

Light:	12 hours daily from 6.00 a.m. to 6.00 p.m.
(and during the analgesic/anaesthetic treatment)

Temperature:		17.9 – 24.0°C 

Relative humidity:		31 – 58% 

Ventilation:		15-20 air exchanges/hour.



The temperature and relative humidity values were measured continuously. The measured range was checked regularly during the acclimatisation and experimental phases.



[bookmark: _Toc100057815]Food and feeding

The animals received UNI diet for rabbits (produced by Cargill Takarmány Zrt., Hungary), ad libitum. The food was considered not to contain any contaminants that could reasonably be expected to affect the purpose or integrity of the study. 



The batch numbers of the lots used in the study are:



· Batch no.: 0008019204, expiry date: 06 April 2022

· Batch no.: 0008038307, expiry date: 13 April 2022



A detailed description of the contents of the lots used is archived with the raw data at Charles River Laboratories Hungary Kft.



[bookmark: _Toc100057816]Water supply and quality control

The animals received tap water, fit for human consumption, ad libitum, from the automatic system supplied by the communal water network. The water was considered not to contain any contaminants that could reasonably be expected to affect the purpose or integrity of the study.

The quality control analysis is performed at least once every 3 months and microbiological assessment is performed monthly by Local Public Health Laboratories (H-8200 Veszprém, József Attila u. 36., Hungary). The quality control results are retained in the archive at Charles River Laboratories Hungary Kft.



[bookmark: _Toc362013539][bookmark: _Toc100057817][bookmark: _Toc354403490][bookmark: _Toc350420247][bookmark: _Toc347731491]Pre-Study and Analgesic and Anaesthetic Treatment Procedures

[bookmark: _Toc211312180][bookmark: _Toc211312278][bookmark: _Toc211312451][bookmark: _Toc386189773][bookmark: _Toc100057818]In vitro study results

An in vitro eye irritation study was performed prior to treatment on any animal. The results from the in vitro eye irritation study (Charles River Laboratories Hungary Kft. study code: 21/201-038CS) in the Isolated Chicken Eye model with profenofos EC (A8591B) (Batch number: RAN001-099-019), in accordance with the guidance from the OECD No. 438 for this method, concluded that the test item is non-irritant.



[bookmark: _Toc100057819]Identification of pH

The pH of the test item was measured as pH 6.02, which is within the acceptable range given in the OECD guideline, permitting the test item to be used in the animal studies.



[bookmark: _Toc100057820]Pre-study examination

Before the start of the test, both eyes of the provisionally selected test rabbits were examined for evidence of ocular irritation or defect. Additionally, to assess the presence of corneal damage, fluorescein staining was employed at least approximately 24 hours prior to instillation, using a hand-held slit-lamp. Only animals free of ocular damage were used.



[bookmark: _Toc347731493][bookmark: _Toc350420249][bookmark: _Toc352145646][bookmark: _Toc355600935][bookmark: _Toc100057821]Chronology of animal use

Initially only one rabbit was treated with test item. The animal (2885) showed scores of above zero at 1, 24, 48, 72-hour, 1-week and 2-weeks observation points after treatment, and the fluorescein staining was positive at 24, 48, 72-hour, 1-week observation points after treatment. The first animal became symptom-free after 3 weeks, therefore the second rabbit (2895) was treated after the 2-week observation of the first rabbit.



The second animal showed scores of above zero at 1, 24, 48, 72-hour, 1-week observation points after treatment, the fluorescein staining was positive at 24, 48, 72-hour, 2-week and 3-week observation points after treatment. The fluorescein staining was negative at 1-week observation points after treatment, therefore the third rabbit (2898) was treated after the 1-week observation of the second rabbit.



The third animal showed scores of above zero at 1, 24, 48, 72-hour, 1-week observation points after treatment, the fluorescein staining was positive at 24, 48, 72-hour observation points after treatment.



[bookmark: _Toc100057822]Analgesic and anaesthetic treatment

Sixty minutes (60 ±10 min) prior to test substance application, a systemic opiate analgesic was administered by subcutaneous injection under direct Veterinary supervision. 



Five minutes (5 ±1.5 min) prior to test substance application, a topical ocular anaesthetic was applied to each eye (including the control eye) to ensure direct comparison of any ocular observations.



Eight hours (8 to 9 h) after test substance application, a systemic opiate analgesic and a non-steroidal anti-inflammatory drug (NSAID) were administered by subcutaneous injection under direct Veterinary supervision. The systemic opiate analgesic was again injected ~12 hours after the post-treatment analgesic and then every 12 hours, until eye scores were zero. The NSAID was again injected every 24 hours, until the ocular lesions were resolved and eye scores were zero.



Systemic opiate analgesic: 0.01 mg/kg of buprenorphine 

Topical ocular anaesthetic: one-two drops/eye oxybuprocaine-hydrochloride

Non-steroidal anti-inflammatory drug: 0.5 mg/kg of meloxicam



[bookmark: _Toc350420251][bookmark: _Toc352145648][bookmark: _Toc355600938][bookmark: _Toc100057823]Administration of the Test Item

[bookmark: _Toc350420252][bookmark: _Toc352145649][bookmark: _Toc355600939][bookmark: _Toc100057824]Dosage

A single volume of 0.1 ml of profenofos EC (A8591B) was administered to the left eye of each animal.



[bookmark: _Toc350420253][bookmark: _Toc352145650][bookmark: _Toc355600940][bookmark: _Toc100057825]Application of the test item

The test substance was placed in the conjunctival sac of the left eye of the animal after gently pulling the lower lid away from the eyeball. The lids were then gently held together for at least one second in order to prevent loss of the material.



The untreated contralateral eye served as the control.



[bookmark: _Toc354403497][bookmark: _Toc350420254][bookmark: _Toc329165015][bookmark: _Toc291138230][bookmark: _Toc220044312][bookmark: _Toc100057826]Duration of exposure

In case of the second and third treated animal (ID 2895, ID 2898) at the 1-hour observation time point, conjunctival chemosis (score 3) was observed, therefore washing of the eye with physiological saline solution was necessary at 1 hour.



Both eyes of the test animals were rinsed with physiological saline solution following fluorescein control: 24, 48, 72 hours, 1 week, 2 weeks and/or 3 weeks after test item application as part of the fluorescein observation process. 



[bookmark: _Toc354403498][bookmark: _Toc350420255][bookmark: _Toc100057827]Observations and Scoring

[bookmark: _Toc354403499][bookmark: _Toc350420256][bookmark: _Toc100057828]Clinical observations and evaluation of ocular irritation

Scoring of irritation effects was performed approximately 1, 24, 48, 72 hours, 1 week, 2 weeks and/or 3 weeks after test material installation. 



Observations with fluorescein staining were made approximately 24 hours before treatment and then 24, 48, 72 hours, 1 week, 2 weeks and/or 3 weeks after treatment.



The duration of the observation period was sufficient to identify reversibility or irreversibility of changes. Any clinical signs of toxicity or signs of ill-health during the study were recorded. All rabbits were examined for distress at least twice daily, with observations at least 6 hours apart. Clinical observations or signs of ill-health were recorded.



[bookmark: _Toc355600943][bookmark: _Toc352145654][bookmark: _Toc350420257][bookmark: _Toc100057829]Scoring and assessment of local reaction

The eye irritation scores were evaluated according to the scoring system by Draize (1977), and OECD 405 (2021) shown in Appendix 3.



[bookmark: _Toc355600944][bookmark: _Toc352145655][bookmark: _Toc350420258][bookmark: _Toc100057830]Classification of the test item

The numerical values corresponding to each animal, tissue and observation time were recorded. The data relating to the conjunctivae were designated by the letters A (redness), B (chemosis) and C (discharge), those relating to the iris designated by the letter D and those relating to the cornea by the letters E (degree of opacity) and F (area of cornea involved). For each tissue the score was calculated as follows:



Score for conjunctivae	=	(A + B + C) x 2

Score for iris	=	D x 5

Score for cornea	=	(E x F) x 5



Using the numerical data obtained, a modified version of the system described by Kay, J. H. and Calandra, J. C. (1962), J. Soc. Cosmet. Chem. 13, 281 289 (see Appendix 4) was used to classify the ocular irritancy potential of the test material. This was achieved by adding together the scores for the cornea, iris and conjunctivae for each time point for each rabbit.  The group means of the total scores for each observation were calculated. The highest of these group means (the maximum group mean score) together with the persistence of the reactions enabled classification of the eye irritancy potential of the test material.



[bookmark: _Toc355600945][bookmark: _Toc352145656][bookmark: _Toc350420259][bookmark: _Toc100057831]Measurement of body weight

[bookmark: _Toc386189787]Individual body weight was recorded on the day of treatment and then 1 week, 2 weeks or 3 weeks (before euthanasia) (Table 5).



[bookmark: _Toc100057832]Post Mortem Investigations

At the end of the observation period, animals were euthanised by intravenous sodium pentobarbital (Euthanimal) anaesthesia. Following confirmation of death, the carcasses were discarded without further examination. Details of the material employed for euthanasia are retained in the raw data and detailed in Section 3.7.1.



[bookmark: _Toc100057833]Material used for euthanasia

Name:			Euthanimal 40% (400 mg/ mL sodium pentobarbital)

Lot No.:		2001004-06

Expiry Date:		31 January 2023

Produced by:	Alfasan Nederland BV, The Netherlands



[bookmark: _Toc235253244][bookmark: _Toc235253761][bookmark: _Toc235253807][bookmark: _Toc235253956][bookmark: _Toc235255134][bookmark: _Toc86481805][bookmark: _Toc86482087][bookmark: _Toc86482408][bookmark: _Toc86485400][bookmark: _Toc86485502][bookmark: _Toc86485635][bookmark: _Toc86543046][bookmark: _Toc87677041][bookmark: _Toc239035609][bookmark: _Toc100057834]RESULTS AND DISCUSSION

[bookmark: _Toc238633764][bookmark: _Toc238634731][bookmark: _Toc238633765][bookmark: _Toc238634732][bookmark: _Toc209836640][bookmark: _Toc239035610][bookmark: _Toc100057835]Ocular Reactions

[bookmark: _Toc209836641][bookmark: _Toc239035611]Individual ocular reactions and individual total scores results are presented in Table 1, 2, 3.



Initial Pain Reaction (IPR) (score 2) was observed in the second and third animal.



No Pain Reaction (PR) was observed in any animal during the study.



One hour after the application, redness (score 2), chemosis (score 3 or 2), discharge (score 3 or 2) and corneal opacity (score 1, area 4) were noted in all animals.



At 24 hours after the treatment, redness (score 2), chemosis (score 3 or 2 or 1), discharge (score 3 or 1) and corneal opacity (score 1, area 4) were noted in all animals. The rabbits showed positive reaction to fluorescein staining.



At 48 hours after the treatment, redness (score 2), chemosis (score 2 or 1) were noted in all animals. Discharge (score 1) and corneal opacity (score 1, area 4) were noted in the first and third animal. The rabbits showed positive reaction to fluorescein staining.



At 72 hours after the treatment, redness (score 1) and chemosis (score 1) were noted in all animals. Discharge (score 1) was noted in the third animal. Corneal opacity (score 1, area 4) was noted in the first and third animal. The rabbits showed positive reaction to fluorescein staining.



At 1 week after the treatment, redness (score 1) was noted in all animals. Chemosis (score 1) was noted in the first animal. Fluorescein staining was positive in the first animal.



At 2 weeks after the treatment, redness (score 1) was noted in the first animal. Fluorescein staining was positive in the second animal.



At 3 weeks after the treatment, no conjunctival or corneal effects were observed in the first and second animal. Fluorescein staining was positive in the second animal.



Fluorescein staining is presented in Table 4.



The study was terminated 2 weeks after the treatment of the third rabbit.



The control eye of each animal was symptom-free during the study.



[bookmark: _Toc100057836]Bodyweight

The bodyweights of all rabbits were within the normal range of variability.



Individual bodyweights and bodyweight changes are given in Table 5.



[bookmark: _Toc100057837]Clinical Signs

No clinical signs of systemic toxicity were observed in any animal in this study (Table 6).



[bookmark: _Toc100057838]Mortality

No mortality occurred during the study.



[bookmark: _Toc246226971][bookmark: _Toc246226972][bookmark: _Toc86481806][bookmark: _Toc86482088][bookmark: _Toc86482409][bookmark: _Toc86485401][bookmark: _Toc86485503][bookmark: _Toc86485636][bookmark: _Toc86543047][bookmark: _Toc87677042][bookmark: _Toc239035612][bookmark: _Toc100057839][bookmark: _Toc252909463]CONCLUSIONS

The test item profenofos EC (A8591B) was graded as a moderate irritant (Class 5 on a 1 to 8 scale) to the rabbit eye according to the modified Kay and Calandra classification system.
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[bookmark: _Toc100057843]TABLE 1	Individual Draize Scores and Individual Total Scores* for Ocular Irritation

*Based on Kay J H and Calandra J C (1962)



		Rabbit number and sex 

		2885, male

		2895, male

		2898, male



		IPR

		0

		2

		2



		PR

		0

		0

		0

		0

		0

		0

		0

		0

		0

		0

		0

		0

		0

		0

		0

		0

		0

		0

		0

		0

		NA



		Time after treatment

		1

		24

		48

		72

		1

		2

		3

		1

		24

		48

		72

		1

		2

		3

		1

		24

		48

		72

		1

		2

		3



		

		Hr

		Hr

		Hr

		Hr

		W

		W

		W

		Hr

		Hr

		Hr

		Hr

		W

		W

		W

		Hr

		Hr

		Hr

		Hr

		W

		W

		W



		CORNEA

		

		

		

		

		

		

		

		

		

		

		

		

		

		

		

		

		

		

		

		

		



		E = Degree of Opacity

		1

		1

		1

		1

		0

		0

		0

		1

		1

		0

		0

		0

		0

		0

		1

		1

		1

		1

		0

		0

		NA



		F = Area of Cornea involved

		4

		4

		4

		4

		0

		0

		0

		4

		4

		0

		0

		0

		0

		0

		4

		4

		4

		4

		0

		0

		NA



		 

		

		

		

		

		

		

		

		

		

		

		

		

		

		

		

		

		

		

		

		

		



		* Score (E x F) x 5

		20

		20

		20

		20

		0

		0

		0

		20

		20

		0

		0

		0

		0

		0

		20

		20

		20

		20

		0

		0

		NA



		IRIS

		

		

		

		

		

		

		

		

		

		

		

		

		

		

		

		

		

		

		

		

		



		D

		0

		0

		0

		0

		0

		0

		0

		0

		0

		0

		0

		0

		0

		0

		0

		0

		0

		0

		0

		0

		NA



		* Score (D x 5)

		0

		0

		0

		0

		0

		0

		0

		0

		0

		0

		0

		0

		0

		0

		0

		0

		0

		0

		0

		0

		NA



		CONJUNCTIVAE

		

		

		

		

		

		

		

		

		

		

		

		

		

		

		

		

		

		

		

		

		



		A = Redness

		2

		2

		2

		1

		1

		1

		0

		2

		2

		2

		1

		1

		0

		0

		2

		2

		2

		1

		1

		0

		NA



		B = Chemosis

		2

		2

		2

		1

		1

		0

		0

		3

		1

		1

		1

		0

		0

		0

		3

		3

		1

		1

		0

		0

		NA



		C = Discharge

		3

		3

		1

		0

		0

		0

		0

		2

		1

		0

		0

		0

		0

		0

		2

		1

		1

		1

		0

		0

		NA



		 

		

		

		

		

		

		

		

		

		

		

		

		

		

		

		

		

		

		

		

		

		



		* Score (A+B+C) x 2

		14

		14

		10

		4

		4

		2

		0

		14

		8

		6

		4

		2

		0

		0

		14

		12

		8

		6

		2

		0

		NA



		* Total Score

		34

		34

		30

		24

		4

		2

		0

		34

		28

		6

		4

		2

		0

		0

		34

		32

		28

		26

		2

		0

		NA





IPR: Initial pain reaction

PR: Pain reaction

Hr: Hour(s)

W: Week(s)

[bookmark: _Toc124303094][bookmark: _Toc451064287][bookmark: _Toc239035619]NA: Not Applicable
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[bookmark: _Toc100057844]TABLE 2	Eye Irritation Scores - Mean Values after 1, 24, 48 and 72 Hours

		Animal Number

		Sex

		Corneal opacity

		Iritis

		Conjunctival redness

		Conjunctival oedema (chemosis) 



		2885

		male

		1.00

		0

		1.75

		1.75



		2895

		male

		0.50

		0

		1.75

		1.50



		2898

		male

		1.00

		0

		1.75

		2.00









[bookmark: _Toc100057845]TABLE 3	Individual Total Scores and Group Mean Scores for Ocular Irritation Calculated from the Draize Scores

		Rabbit Number and Sex

		* Individual Total Scores At:



		

		1

		24

		48

		72

		1

		2

		3



		

		Hour

		Hours

		Hours

		Hours

		Week

		Weeks

		Weeks



		2885, Male

		34

		34

		30

		24

		4

		2

		0



		2895, Male

		34

		28

		6

		4

		2

		0

		0



		2898, Male

		34

		32

		28

		26

		2

		0

		NA



		* Group Total

		102

		94

		64

		54

		8

		2

		0



		* Group Mean Score

		34.00

		31.33

		21.33

		18.00

		2.67

		0.67

		0.00





*: Kay J H and Calandra J C (1962)

NA: Not Applicable






[bookmark: _Toc278872639][bookmark: _Toc100057846][bookmark: _Toc209836646][bookmark: _Toc239035620][bookmark: _Toc208903850]TABLE 4	Individual Fluorescein Staining



		Rabbit Number and Sex

		Fluorescein Staining (treated eye) at times after treatment



		

		-24

		24

		48

		72

		1

		2

		3



		

		Hours

		Hours

		Hours

		Hours

		Week

		Weeks

		Weeks



		2885, Male

		-

		+

		+

		+

		+

		-

		-



		2895, Male

		-

		+

		+

		+

		-

		+

		+



		2898, Male

		-

		+

		+

		+

		-

		-

		NA





Remarks:

- : Absence of Fluorescein Stain

+ : Presence of Fluorescein Stain

NA: Not Applicable





[bookmark: _Toc100057847]TABLE 5	Individual Bodyweights and Bodyweight Change

		Rabbit Number and Sex

		Individual Bodyweight (g)

		Bodyweight Change (g)



		

		Before treatment

		At termination*

		



		2885, Male

		3224

		3998

		774



		2895, Male

		3759

		4191

		432



		2898, Male

		3634

		3921

		287





*: The first and second animal was terminated at 3 weeks after treatment, the third animal was terminated after 2 weeks.

[bookmark: _Toc86481815][bookmark: _Toc86482097][bookmark: _Toc86482418][bookmark: _Toc86485410][bookmark: _Toc86485512][bookmark: _Toc86485645][bookmark: _Toc86543056][bookmark: _Toc87677051][bookmark: _Toc239035621]

[bookmark: _Toc100057848]TABLE 6	Individual Clinical Signs

		Rabbit Number and Sex

		Day 0

		Day 1

		Day 2

		Day 3

		1 week

		2 weeks

		3 weeks



		2885, Male

		N

		N

		N

		N

		N

		N

		N



		2895, Male

		N

		N

		N

		N

		N

		N

		N



		2898, Male

		N

		N

		N

		N

		N

		N

		NA





Y: Present

N: Absent

NA: Not Applicable





[bookmark: _Toc100057849]
APPENDICES SECTION

[bookmark: _Toc239035622][bookmark: _Toc100057850][bookmark: _Toc495296501][bookmark: _Toc124303095]
APPENDIX 1	Certificate of Analysis

[bookmark: _Toc239035623][image: ]

Best available copy


[bookmark: _Toc100057851]APPENDIX 2	Pain Reaction

When the test material is instilled in the eye there may be an initial local pain reaction (IPR) and local pain reaction (PR). The reaction was graded as follows:



		IPR/PR Score

		Reaction by Animal

		Descriptive Rating



		0

		No response

		No pain



		1

		A few blinks only, normal within one or two minutes

		Practically no pain



		2

		Rabbit blinks and tries to open eye, but reflex closes it

		Slight pain



		3

		Rabbit holds eye shut and puts pressure on lids, may rub eye with paw

		Moderate pain



		4

		Rabbit holds eye shut vigorously, may squeal

		Severe pain



		5

		Rabbit holds eye shut vigorously, may squeal, claw at eye, jump and try to escape

		Very severe pain







NOTE: if an IPR/PR score of 4 or 5 is observed, or if more than transient score 3 is observed, then the rabbit is treated with “rescue analgesia”.

[bookmark: _Toc124303096][bookmark: _Toc451064292][bookmark: _Toc239035624][bookmark: _Toc100057852]
APPENDIX 3	Draize Scale for Scoring Ocular Irritation

		1.

		CONJUNCTIVAE



		

		(A)

		Redness (refers to palpebral and bulbar conjunctivae excluding cornea and iris)

		



		

		

		Vessels normal

		0



		

		

		Vessels definitely injected above normal

		1



		

		

		More diffuse, deeper crimson red, individual vessels not easily discernible

		2



		

		

		Diffuse beefy red

		3



		

		(B)

		Chemosis



		

		

		No swelling

		0



		

		

		Any swelling above normal (includes nictitating membrane)

		1



		

		

		Obvious swelling with partial eversion of lids

		2



		

		

		Swelling with lids about half closed

		3



		

		

		Swelling with lids half closed to completely closed

		4



		

		(C)

		Discharge

		



		

		

		No discharge

		0



		

		

		Any amount different from normal (does not include small amounts observed in inner canthus of normal animals)

		1



		

		

		

		



		

		

		Discharge with moistening of the lids and hairs just adjacent to lids

		2



		

		

		Discharge with moistening of the lids and hairs a considerable area around the eye

		3



		*

		THE TOTAL SCORE = (A + B + C) x 2

		MAXIMUM TOTAL = 20



		2.

		IRIS

		



		

		(D)

		Values

		



		

		

		Normal

		0



		

		

		Folds above normal, congestion, swelling, circumcorneal injection (any or all of these or combination of any thereof) iris still reacting to light (sluggish reaction is positive)

		1



		

		

		

		



		

		

		No reaction to light, haemorrhage, gross destruction (any or all of these)

		2



		*

		THE TOTAL SCORE = D x 5

		MAXIMUM TOTAL = 10



		3.

		CORNEA

		



		

		(E)

		Degree of Opacity (most dense area used)



		

		

		No opacity

		0



		

		

		Scattered or diffuse areas, details of iris clearly visible

		1



		

		

		Easily discernible translucent areas, details of iris slightly obscured

		2



		

		

		Opalescent areas, no details of iris visible, size of pupil barely discernible

		3



		

		

		Opaque, iris not discernible through the opacity

		4



		

		(F)

		Area of Cornea Involved



		

		

		One quarter (or less) but not zero

		1



		

		

		Greater than one quarter but less than half

		2



		

		

		Greater than half but less than three quarters

		3



		

		

		Greater than three quarters, up to whole area

		4



		*

		THE TOTAL SCORE = (E x F) x 5

		MAXIMUM TOTAL = 80



		*

		MAXIMUM TOTAL SCORE POSSIBLE = 110





[bookmark: _Toc298858020]*: Total scores according to Kay and Calandra system (1962)

[bookmark: _Toc124303097][bookmark: _Toc239035625][bookmark: _Toc100057853][bookmark: _Toc451064295]
APPENDIX 4	Modified Kay and Calandra Interpretation of Eye Irritation Test

		MAXIMUM MEAN SCORE

		

		PERSISTENCE OF SCORE

		DESCRIPTION RATING

(AND CLASS)



		0.0 to 0.5

		Group mean total score at 24 hours = 0

Group mean total score at 24 hours > 0

		

		Non-irritant	(1)

Practically non-irritant	(2)



		0.5 to 2.5

		Group mean total score at 24 hours = 0

Group mean total score at 24 hours > 0

		

		Practically non-irritant	(2)

Minimal irritant	(3)



		2.5 to 15

		Group mean total score at 48 hours = 0

Group mean total score at 48 hours > 0

		

		Minimal irritant	(3)

Mild irritant	(4)



		15 to 25

		Group mean total score at 72 hours = 0

Group mean total score at 72 hours > 0

		

		Mild irritant	(4)

Moderate irritant	(5)



		

		

		More than half of the individual total scores at 7 days 10 or less

		Moderate irritant	(5)



		25 to 50

		Group mean total score at 7 days

20 or less

		More than half of the individual total scores at 7 days > 10 but no individual total score at 7 days > 30

		Moderate irritant	(5)



		

		

		More than half of the individual total scores at 7 days > 10 and any individual score at 7 days > 30

		Severe irritant	(6)



		

		Group mean total score at 7 days > 20

		

		Severe irritant	(6)



		

		

		More than half of the individual total scores at 7 days 30 or less

		Severe irritant	(6)



		50 to 80

		Group mean total score at 7 days 

40 or less

		More than half of the individual total scores at 7 days > 30 but no individual total scores at 7 days > 60

		Severe irritant	(6)



		

		

		More than half of the individual total scores at 7 days > 30 and individual total score at 7 days > 60

		Very severe irritant	(7)



		

		Group mean total score at 7 days > 40

		

		Very severe irritant	(7)



		

		

		More than half of the individual total scores at 7 days 60 or less

		Very severe irritant	(7)



		80 to 100

		Group mean total score at 7 days

80 or less

		More than half of the individual total scores at 7 days > 60 but no individual total score at 7 days > 100

		Very severe irritant	(7)



		

		

		More than half of the individual total scores at 7 days > 60 and individual total score at 7 days > 100

		Extremely severe irritant	(8)



		

		Group mean total score at 7 days > 80

		

		Extremely severe irritant	(8)



		100 to 110

		Group mean total score at 7 days

80 or less

Group mean total score at 7 days > 80

		

		Very severe irritant	(7)



Extremely severe irritant	(8)







[bookmark: _Toc518378035][bookmark: _Toc87677052][bookmark: _Toc239035626][bookmark: _Toc100057854]
APPENDIX 5	GLP Certificate

[image: ]

Note: Translation of the text of the certificate in the header: ("Országos Gyógyszerészeti és Élelmezés-egészségügyi Intézet") - ("National Institute of Pharmacy and Nutrition"); (“Hatósági Ellenőrzési Főosztály”) - (Inspectorate Division) and at the signature: (“Digitálisan aláírta”) - (Digitally signed); (“Dátum”) - (“Date”).
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