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STATEMENT OF THE STUDY DIRECTOR

The acute oral toxicity study on rats based on a fixed dose method was performed under the
Agreement No. 12/PP/13 of May 28, 2013 signed with z ICB PHARMA s.. Tomasz i Paweg
Swintos@wscy; Mo¥d z i er z o wc -608 Jalvarzno, Rakand.

The study coded as PO-28/13 [SOP/T/35] was performed according to the OECD Guideline for the
Testing of Chemicals No. 420 (2001) :Acut® oral toxicity i fixed dose methodd  [tHe JEU Method
B.1.BIS.: AcAte oral toxicity i fixed dose procedured ,[aRd the Standard Operating Procedure
SOP/T/20: Achte oral toxicity study i fixed dose methodo . The study was conducted
with the Good Laboratory Practice principles [3] and the Study Plan (Appendix 4).

The study was performed with the approval of the Local Ethical Committee for Animal Experimentation
in Katowice (Resolution No. 33/2013 of April 17, 2013 - Appendix 1).

The study was conducted in the Department of Toxicological Studies at the Institute of Industrial
Organic Chemistry, Branch Pszczyna which holds the Statement of GLP Compliance No. 8/2012/DPL
issued on June 28, 2012 by the Bureau for Chemical Substances (Appendix 2) [4, 5].

| hereby declare that the study was performed under my supervision and in accordance with the
described procedures. | assure that the reported results faithfully represent the raw data obtained
during the experiment, whereas the Report contains a reliable description of the course of the study,
procedures, and results. | am not aware of any circumstances, except for the ones noted in the Report
which might have had a potential impact on the validity and reproducibility of this study. | bear the
responsibility for the technical conduct of the study, the interpretation, analysis, and documentation of
the results, and the Report.

Study Director: Inga Mrzyk, PhD

Institute of Industrial Organic Chemistry
Branch Pszczyna
Doswiadczalna 27

43 - 200 Pszczyna
phone: +48 32 210 3081 ext. 102
email: imrzyk@ipo-pszczyna.pl

date signatury
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The study was inspected according to the principles of GLP [3, 4, 5], [SOP/PJ/1].

The person responsible for the quality assurance programme confirms that the results presented in the

Final Report precisely reflect the raw data obtained during the study, whereas all the methods,

procedures, and observations are described in an accurate and complete way.

Quality Assurance Unit:
Katarzyna Kubica-Sokoto
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- documentation generated by the Quality Assurance Unit.

After the archiving period, these documents will be destroyed or delivered to the Sponsor (in
consultation with the Sponsor).

The archival sample of the test item will be kept in the Department of Test Item (PAA) at the Institute
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compliant with the principles of GLP and the quality system at the Institute of Industrial Organic

Chemistry, Branch Pszczyna.
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ABSTRACT

The acute oral toxicity study based on a fixed dose method was performed in order to obtain
information on health hazards likely to arise from a single oral exposure caused by the consumption of
the test item, i.e. FREEZE.

Test item: FREEZE
date of production: May 21 2013

Test animals: the Wistar female rats (Crl: WI(Han); outbred) obtained from the husbandry of
laboratory animals of the Experimental Medicine Centre at the Medical
Uni ver si t vy keptiehiBd tize reeslingdrrier

Study course:

The experiment commenced with a sighting study. The test item at a single dose of 2000 mg/kg b.w.
was administered to one animal.

On the grounds of the sighting study results, four animals used in the main study were given the test
item at a dose of 2000 mg/kg b.w. (the animal from the sighting study which had been given the dose
of 2000 mg/kg b.w. was included in the main study).

Before the administration, the animals had been fasted for about 19 hours. The test item in the form of
an aqueous emulsion in a volume of 0.5 mL/100 g b.w. was administered using a metal stomach tube.
After the administration of the test item, the animals were observed for 14 days. General and detailed
clinical observations were conducted daily during the entire experiment.

Body weights of the animals were determined on days 0 (directly before the administration of the test
item), 7, and 14.

After the 14-day observation period, the animals were euthanized and subjected to a necropsy
and a detailed gross examination.

Study results:

Following single administration of the test item at a dose of 2000 mg/kg b.w. to one animal used in the
sighting study, no signs of toxicity were stated. The animal survived the experiment.

Following single administration of the test item at a dose of 2000 mg/kg b.w. to the next four animals
used in the main study, no signs of toxicity were stated. All animals survived the experiment.

After the 14-day experiment, body weight gain was stated in all animals.

Gross examinations did not reveal any pathological changes in the examined animals.
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FREEZE: Acute oral toxicity to rats

Dose of 2000 2000
the test item
(ma/kg b.w.) Sighting study Main study
Mortality 0/1 0/4
Clinical signs not stated not stated

Interpretation of the study results:

On the grounds of the obtained results, the test item, i.e. FREEZE can be classified to the following
categories:

- category 5 / unclassified i according to the Globally Harmonized System (GHS),

- agents which are beyond categorization i according to the Regulation (EC) No. 1272/2008 of the
European Parliament and of the Council of December 16, 2008 on classification, labelling, and
packaging of substances and mixtures, amending and repealing Directives 67/548/EEC and
1999/45/EC and amending Regulation (EC) No. 1907/2006.
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1. AIM OF THE STUDY

As far as the assessment of a t eantacuteraltoRiGty studyXsi ¢ pr op
the first stage providing preliminary information on health hazards resulting from a short-term oral

exposure. The obtained results may be used for the toxicological classification of this test item as well

as provide data for further studies.

The acute oral toxicity study based on a fixed dose method described in this Report was performed in

order to obtain information on health hazards likely to arise from a single oral exposure caused by the

consumption of the test item, i.e. FREEZE.

2. DATES

Start of the study: 31.12.2013
Start of the experimental phase: 22.01.2014
End of the experimental phase: 14.02.2014
Draft Report: 26.02.2014
End of the study: 25.03.2014

3. MATERIAL AND METHODS

3.1. Test item

The testitem T FREEZE T is a clear liquid which forms a stable emulsion with water. The test item in
a plastic container was delivered by the Sponsor on May 22, 2013. The test item is applied to combat
aphids by immobilization. It does not contain an active substance. The Characteristics of the Test Item
of June 18, 2013 provides the following data: production date: May 21, 2013; storage conditions: at
room temperature; stability: May 21, 2018.

The test item was obtained from the Department of Test Item (PAA) at the Institute of Industrial
Organic Chemistry, Branch Pszczyna on November 15, 2013 [SOP/T/2].

Data concerning the identity, purity, and stability of the test item are the responsibility of the Sponsor.
Handling of the test item was compliant with the procedures of the Department of Test Item (PAA)
[SOP/PB/1] and the Laboratory of Toxicology [SOP/T/2].

3.2. Animals and conditions of the sighting and the main studies

3.2.1. Test animals

The experiment was conducted on the Wistar female rats (Crl: WI(Han); outbred) obtained from the
husbandry of laboratory animals of the Experimental Medicine Centre at the Medical University in
Bi a § ykeptbehind the breeding barrier (number in the register of units entitled to the husbandry of

laboratory animals: 0043). The Health Certificate issued by the Experimental Medicine Centre at the

Medi cal Uni verconfyi imeditaljy samikmal sd good health
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The animals were quarantined and observed daily for 5

days [SOP/T/6]. A general medical-veterinary examination was performed on the day of the
introduction of the animals to the quarantine, whereas  a detailed medical-veterinary examination

was performed before the beginning of the experiment

[SOP/T/46]. Only animals without any clinical signs were Introduced to the experiment. The animals
were randomized to the experiment. Their sex and body weights were taken into account.

All animals were marked individually [SOP/T/7].

One 9-week-old animal weighing 178 g (dose of 2000 mg/kg b.w.) was used in the sighting study. Four
10-week-old animals whose average body weight was 194.3 g (dose of 2000 mg/kg b.w.) were used in

the main study.

3.2.2. Housing conditions

During the quarantine, the sighting study, and the main study, the animals were kept in air-conditioned
rooms under the following conditions:

- air temperature: 197 23AC

- relative air humidity: 3571 58%

- artificial fluorescent lighting; lighting cycle: 12 hours light/12 hours dark

- facility air exchange: about 16 times/hour [SOP/T/9].

The animals were kept in plastic cages covered with wire bar lids. The dimensions of the cages were
58 x 37 x 21 cm (length x width x height). In the sighting study, the animal was caged individually,
whereas in the main study, there were four of them per cage.

UV-sterilized wood shavings were used as bedding [SOP/T/16, SOP/T/48].

Each cage was equipped with a label containing the study code, the dose, the dates of the
commencement and the expected termination of the experiment, and the animalsésex and numbers
[SOP/T/20].

3.2.3. Food and water

The animals were given ad libitum access to the fiMu r i gstaadard granulated laboratory fodder
produced by Wytw-rnia Koncentrat - w Motyc2vandedsinkingntapk Pas z o
water [SOP/T/15].

3.3. Course of the sighting and the main studies

3.3.1. Preparation of the animals

On the day before the start of the sighting and the main studies (about 19 hours before the
administration of the test item), the food was withheld, but water was still available. The food was

restored 3 hours after the administration of the test item [SOP/T/20].
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3.3.2. Administration of the test item to the animals

3.3.2.1. Sighting study

The test item at a single dose of 2000 mg/kg b.w. was administered to one animal. The test item was
administered in the form of an aqueous emulsion in a volume of 0.5 mL/100 g b.w. using a metal
stomach tube [SOP/T/20]. One milliliter of the administered an agueous emulsion contained 400 mg of
the test item. The agueous emulsion of the test item was prepared on the administration day shortly
before the administration.

On the grounds of the sighting study results, the dose of 2000 mg/kg b.w. was selected to be used in

the main study.

3.3.2.2. Main study

The test item at a single dose of 2000 mg/kg b.w. was administered to four animals. The animal from
the sighting study which had received the dose of 2000 mg/kg b.w. was included in the main study.
The test item was administered in the form of an agueous emulsion in a volume of 0.5 mL/100 g b.w.
using a metal stomach tube [SOP/T/20]. One milliliter of the administered an aqueous contained 400
mg of the test item. The agueous emulsion of the test item was prepared on the administration day

shortly before the administration.

3.4. Parameters, the scope of studies, and dates in the sighting and the main studies

3.4.1. Clinical observations

After the administration of the test item, the animals were observed for 14 days.

These observations comprised the evaluation of general condition of the animals and detailed clinical
observations [SOP/T/45].

The evaluation of general condition of the animals, i.e. the observation of all animals for morbidity and
mortality was conducted twice a day or once a day (on days off) during the 14-day experiment.

The detailed clinical observations were performed on the day of the test item administration (day 0),
i.e. 10, 30, and 60 minutes after the administration and then at hourly intervals up to the 5" hour after
the administration. From the 1% to the 14" day of the experiment, the detailed clinical observations
were performed once a day.

The results of the detailed clinical observations were recorded using the classification system

presented in Appendix 3.

3.4.2. Body weights of the animals

Body weights of the animals were determined on days 0 (directly before the administration of the test
item), 7, and 14 (before euthanasia) [SOP/T/20].
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3.4.3. Gross examinations

After the 14-day observation period, all animals were euthanized by intraperitoneal administration of
morbital at a dose of 200 mg/kg b.w. [SOP/T/39] and subjected to gross examinations [SOP/T/10]. The
detailed gross examination comprised the observation of the external body surface, all natural
apertures, and the cranial, thoracic, and abdominal cavities with their contents [SOP/P/9].

After the gross examinations, the animals were transferred to utilization.

4, RESULTS
4.1. Clinical studies

4.1.1. Clinical signs
4.1.1.1. Sighting study

Following single administration of the test item at a dose of 2000 mg/kg b.w. to one animal used in the
sighting study, no signs of toxicity were stated. The animal survived the experiment.

An overall list of the results of the clinical observations is presented in Table 1 (page 19), whereas the
detailed results of the clinical observations of the animal are presented in Individual Data Sheet No. 1

attached to the Report (pages 2171 22).

4.1.1.2. Main study

Following single administration of the test item at a dose of 2000 mg/kg b.w. to the next four animals,
no signs of toxicity were stated. All animals survived the experiment.

An overall list of the results of the clinical observations is presented in Table 1 (page 19), whereas the
detailed results of the clinical observations of particular animals are presented in Individual Data
Sheets No. 2-5 attached to the Report (pages 23 - 30).

4.1.2. Body weights of the animals
4.1.2.1. Sighting study

After the 14-day experiment, body weight gain was stated in female.
The individual results of body weight measurements are presented in Table 2 (page 20) and in
Individual Data Sheet No. 1 attached to the Report (pages 2171 22).

4.1.2.2. Main study

After the 14-day experiment, body weight gain was stated in all animals.

The individual results of body weight measurements are presented in Table 2 (page 20) and in
Individual Data Sheets No. 2-5 attached to the Report (pages 237 30).
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4.1.3. Gross examinations

4.1.3.1. Sighting study

The animal did not exhibit any pathological changes.

The results of the gross examinations are presented in Table 2 (page 20) and in Individual Data Sheet
No. 1 attached to the Report (pages 211 22).

4.1.3.2. Main study

The animals did not exhibit any pathological changes.

The results of the gross examinations are presented in Individual Data Sheets No. 2-5 attached to the
Report (pages 23 - 30).

4.2. Result interpretation

On the grounds of the obtained results, the test item, i.e. FREEZE can be classified to the following
categories:

- category 5 / unclassified i according to the Globally Harmonized System (GHS),

- agents which are beyond categorization 7 according to the Regulation (EC) No. 1272/2008 of the
European Parliament and of the Council of December 16, 2008 on classification, labelling, and
packaging of substances and mixtures, amending and repealing Directives 67/548/EEC and
1999/45/EC and amending Regulation (EC) No. 1907/2006.

5. CHANGES IN AND DEVIATIONS FROM THE STUDY PLAN

No changes were introduced to the Study Plan.

No deviations from the Study Plan were stated.

6. LITERATURE

[1] OECD Guideline for the Testing of ChemicalsNo. 420 (2001) : fi AT fixedelose r a | t 0 X

met hodo.

[2] EU Method B. 1. BI S. :71 fiiAxceudt ed oosrea | p rtoocxei dcui rteyo .
No. 440/2008 of May 30, 2008.

[3] Directive 2004/10/EC of the European Parliament and of the Council of February 11, 2004 on
the harmonization of laws, regulations, and administrative provisions relating to the application
of the principles of Good Laboratory Practice and the verification of their applications for tests
on chemical substances (codified version).

[4] Polish regulation: Regulation of the Minister of Health of May 22, 2013 on Good Laboratory
Practice and conducting studies according to the Good Laboratory Practice principles (Dz.U.
Nr 108, poz. 665).

[5] Polish act: Act of February 25, 2011 on chemical substances and their mixtures (Dz. U. Nr 63,
poz. 322).
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% INSTITUTE OF INDUSTRIAL ORGANIC CHEMISTRY, BRANCH PSZCZYNA
DEPARTMENT OF TOXICOLOGICAL STUDIES

FREEZE: Acute Oral Toxicity Study on Rats i Fixed Dose Method

Study code: PO-28/13

7. STANDARD OPERATING PROCEDURES

SOP/T/2 Collection, registration, storage, and return of test item to Department of Test
Item.

SOP/T/6 Delivery and quarantine of animals.

SOP/TI7 Individual marking of animals for toxicological studies.

SOP/T/9 Control of environmental parameters in animal rooms.

SOP/T/10 Transfer of animals to analytical and post mortem investigations.

SOP/T/15 Handling of fodder for laboratory animals.

SOP/T/16 Delivery and handling of bedding for laboratory animals.

SOP/T/20 Acute oral toxicity study i fixed dose method.

SOP/T/34 Study documentation and samples and their transfer to Archives of Study
Documentation and Samples.

SOP/T/35 Study coding.

SOP/T/39 Anesthesia and euthanasia of laboratory animals.

SOP/T/45 Detailed clinical observations of animals.

SOP/T/46 Medical-veterinary examination of animals.

SOP/T/48 Sterilization of animal facilities, equipment, and bedding with bactericidal
lamps.

SOP/P/9 Post mortem examinations.

SOP/PB/1 Receiving, distribution, storage, archiving, and elimination of test item.

SOP/PB/2 Archiving of documentation and test samples.

SOP/PJ/1 Control of study planning, experiment conduct, and final report preparation.
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INSTITUTE OF INDUSTRIAL ORGANIC CHEMISTRY, BRANCH PSZCZYNA
DEPARTMENT OF TOXICOLOGICAL STUDIES

FREEZE: Acute Oral Toxicity Study on Rats i Fixed Dose Method
Study code: PO-28/13

Table 171 Clinical signs i overall list.

Animal No.
Dose Day after Number
(mg/kg b.w.) | administration | of living 1* 2 3 4 5

animals

0 5 NC NC NC NC NC

1 5 NC NC NC NC NC

2 5 NC NC NC NC NC

3 5 NC NC NC NC NC

4 5 NC NC NC NC NC

5 5 NC NC NC NC NC

6 5 NC NC NC NC NC

2000 7 5 NC NC NC NC NC

8 5 NC NC NC NC NC

9 5 NC NC NC NC NC

10 5 NC NC NC NC NC

11 5 NC NC NC NC NC

12 5 NC NC NC NC NC

13 5 NC NC NC NC NC

14 5 NC NC NC NC NC

* the female from the sighting study

NC = no changes
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% INSTITUTE OF INDUSTRIAL ORGANIC CHEMISTRY, BRANCH PSZCZYNA
DEPARTMENT OF TOXICOLOGICAL STUDIES

FREEZE: Acute Oral Toxicity Study on Rats i Fixed Dose Method

Study code: PO-28/13

Table 27 Body weights of the animals (g) i overall list.

Day of experiment

_ / Body weight
Dose Animal Body weight (g) .
gain (9)
(mg/kg b.w.) No. V14
0 7 14 (0
1+ 178 210 219 41
2 192 216 229 37
2000 3 188 213 222 34
4 198 219 235 37
5 199 221 238 39

* the female from the sighting study
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INSTITUTE OF INDUSTRIAL ORGANIC CHEMISTRY, BRANCH PSZCZYNA

DEPARTMENT OF TOXICOLOGICAL STUDIES

FREEZE: Acute Oral Toxicity Study on Rats i Fixed Dose Method

Study code: PO-28/13

Test item name:

INDIVIDUAL DATA SHEET NO. 1

FREEZE

Study type: Acute toxicity study i fixed dose method
Study code: PO-28/13 Dose: 2000 mg/kg b.w.
Administration route: oral Form of administration: agueous emulsion
Date and hour of administration: 22.01.2014.;: 9%° Date of euthanasia: 05.02.2014.
Species: rat Sex: female
Animal age: 9 weeks Fasting: 19 hours
Animal no.: comp: 1 reg.: 61
Body weight (9):
Day of experiment 0 7 14
Body weight 178 210 219
Detailed clinical signs:
Parameter day 0 of observation
1006 306 1h 2h 3h 4h 5h
1. Body posture 0 0 0 0 0 0 0
2. Gait 0 0 0 0 0 0 0
3. Locomotor activity 0 0 0 0 0 0 0
4. Involuntary
Locomotor movement-clonic 0 0 0 0 0 0 0
system, 5. Involuntary
behaviour, | movement-tonic 0 0 0 0 0 0 0
reactions to | 6 Reaction to being
stimuli caught 0 0 0 0 0 0 0
7. Vocalization 0 0 0 0 0 0 0
8. Reaction to sound
stimuli 0 0 0 0 0 0 0
9. Other 0 0 0 0 0 0 0
1. Skin colour 0 0 0 0 0 0 0
2. Edema 0 0 0 0 0 0 0
Skin and hair 3. Epidermis 0 0 0 0 0 0 0
4. Coat 0 0 0 0 0 0 0
5. Skin changes 0 0 0 0 0 0 0
6. Other 0 0 0 0 0 0 0
1. Ocular discharge 0 0 0 0 0 0 0
2. Exophthalmos 0 0 0 0 0 0 0
Egs:"zgd 3. Corneal opacity 0 0 0 0 0 0 0
4. Eyelids 0 0 0 0 0 0 0
5. Other 0 0 0 0 0 0 0
1. Respiration 0 0 0 0 0 0 0
Respiratory | 2. Discharge from the 0 0 0 0 0 0 0
system nostrils
3. Other 0 0 0 0 0 0 0
1. Salivation 0 0 0 0 0 0 0
. . 2. Diarrhea 0 0 0 0 0 0 0
Digestive | Bleeding from th
system - >eedngrom the 0 0 0 0 0 0 0
anus
4. Other 0 0 0 0 0 0 0
. 1. Urination 0 0 0 0 0 0 0
urinary - “Hematuria 0 0 0 0 0 0 0
system
3. Other 0 0 0 0 0 0 0
1. Pathological
Reproductive | discharge from the 0 0 0 0 0 0 0
system reproductive tract
2. Other 0 0 0 0 0 0 0
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INSTITUTE OF INDUSTRIAL ORGANIC CHEMISTRY, BRANCH PSZCZYNA
DEPARTMENT OF TOXICOLOGICAL STUDIES

FREEZE: Acute Oral Toxicity Study on Rats i Fixed Dose Method
Study code: PO-28/13

INDIVIDUAL DATA SHEET NO. 1 CONT.

Test item name: FREEZE
Study type: Acute toxicity study i fixed dose method
Study code: PO-28/13 Dose: 2000 mg/kg b.w.
Administration route: oral Form of administration: aqueous emulsion
Date and hour of administration: ~22.01.2013.; 9% Date of euthanasia: 05.02.2014.
Species: rat Sex: female
Animal age: 9 weeks Fasting: 19 hours
Animal no.: comp.: 1 reg.: 61
Parameter Day of observation
11234 |5|6|7|8|]9|10|11]12|13]|14
1. Body posture 0 0 0 0 0 0 0 0 0 0 0 0 0 0
2. Gait 0 0 0 0 0 0 0 0 0 0 0 0 0 0
3. Locomotor activity 0 0 0 0 0 0 0 0 0 0 0 0 0 0
Locomotor 4. In_voluntary movement- 0 0 0 0 0 0 0 0 0 0 0 0 0 0
system, clonic
rzggﬁgfgig iso.r:ir::voluntary movement- 0 0 0 0 0 0 0 0 0 0 0 0 0 0
stimuli 6.Reaction to being caught 0 0 0 0 0 0 0 0 0 0 0 0 0 0
7. Vocalization 0 0 0 0 0 0 0 0 0 0 0 0 0 0
8. Reaction to sound stimuli 0 0 0 0 0 0 0 0 0 0 0 0 0 0
9. Other 0 0 0 0 0 0 0 0 0 0 0 0 0 0
1. Skin colour 0 0 0 0 0 0 0 0 0 0 0 0 0 0
2. Edema 0 0 0 0 0 0 0 0 0 0 0 0 0 0
. .| 3. Epidermis 0 0 0 0 0 0 0 0 0 0 0 0 0 0
Skin and hair
4. Coat 0 0 0 0 0 0 0 0 0 0 0 0 0 0
5. Skin changes 0 0 0 0 0 0 0 0 0 0 0 0 0 0
6. Other 0 0 0 0 0 0 0 0 0 0 0 0 0 0
1. Ocular discharge 0 0 0 0 0 0 0 0 0 0 0 0 0 0
2. Exophthalmos 0 0 0 0 0 0 0 0 0 0 0 0 0 0
Eé’e:"zgd 3. Corneal opacity o|loloflolololololo]lo|lo|o|ol]o
Y 4. Eyelids 0 0 0 0 0 0 0 0 0 0 0 0 0 0
5. Other 0 0 0 0 0 0 0 0 0 0 0 0 0 0
1. Respiration 0 0 0 0 0 0 0 0 0 0 0 0 0 0
Ressyg'{:;?ry ﬁbgﬁl‘;harge from the ololololo|lo|lo|lo|lo|lo|o]|o]|o]o
3. Other 0 0 0 0 0 0 0 0 0 0 0 0 0 0
1. Salivation 0 0 0 0 0 0 0 0 0 0 0 0 0 0
Digestive 2. Diarrhea 0 0 0 0 0 0 0 0 0 0 0 0 0 0
system 3. Bleeding from the anus 0 0 0 0 0 0 0 0 0 0 0 0 0 0
4. Other 0 0 0 0 0 0 0 0 0 0 0 0 0 0
) 1. Urination 0 0 0 0 0 0 0 0 0 0 0 0 0 0
S”QZ% 2. Hematuria ololoflololololololo]o|[o]o]o
Y 3. Other 0 0 0 0 0 0 0 0 0 0 0 0 0 0
Repraducive | 1o ey | 0 0] 0] o o ofolofololo]o[o]o
system 2. Other ololoflolo]ololo[o]o]o|lo|[o]o

Gross changes: not stated
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INSTITUTE OF INDUSTRIAL ORGANIC CHEMISTRY, BRANCH PSZCZYNA

DEPARTMENT OF TOXICOLOGICAL STUDIES

FREEZE: Acute Oral Toxicity Study on Rats i Fixed Dose Method

Study code: PO-28/13

Test item name:

INDIVIDUAL DATA SHEET NO. 2

FREEZE

Study type: Acute toxicity study i fixed dose method
Study code: PO-28/13 Dose: 2000 mg/kg b.w.
Administration route: oral Form of administration: aqueous emulsion
Date and hour of administration: 31.01.2014.;: 8% Date of euthanasia: 14.02.2014.
Species: rat Sex: female
Animal age: 10 weeks Fasting: 19 hours
Animal no.: comp.: 2 reg.: 57
Body weight (9):
Day of experiment 0 7 14
Body weight 192 216 229
Detailed clinical signs:
Parameter day 0 of observation
1006 306 1h 2h 3h 4h 5h
1. Body posture 0 0 0 0 0 0 0
2. Gait 0 0 0 0 0 0 0
3. Locomotor activity 0 0 0 0 0 0 0
4. Involuntary
Locomotor movement-clonic 0 0 0 0 0 0 0
system, 5. Involuntary
behaviour, movement-tonic 0 0 0 0 0 0 0
reactions to | 6.Reaction to being
stimuli caught 0 0 0 0 0 0 0
7. Vocalization 0 0 0 0 0 0 0
8. Reaction to sound
stimuli 0 0 0 0 0 0 0
9. Other 0 0 0 0 0 0 0
1. Skin colour 0 0 0 0 0 0 0
2. Edema 0 0 0 0 0 0 0
Skin and hair 3. Epidermis 0 0 0 0 0 0 0
4. Coat 0 0 0 0 0 0 0
5. Skin changes 0 0 0 0 0 0 0
6. Other 0 0 0 0 0 0 0
1. Ocular discharge 0 0 0 0 0 0 0
2. Exophthalmos 0 0 0 0 0 0 0
Egs:"zgd 3. Corneal opacity 0 0 0 0 0 0 0
4. Eyelids 0 0 0 0 0 0 0
5. Other 0 0 0 0 0 0 0
1. Respiration 0 0 0 0 0 0 0
Respiratory | 2. Dlscharge from the 0 0 0 0 0 0 0
system nostrils
3. Other 0 0 0 0 0 0 0
1. Salivation 0 0 0 0 0 0 0
. . 2. Diarrhea 0 0 0 0 0 0 0
Digestive | Bleeding from th
system - Bleeding from the 0 0 0 0 0 0 0
anus
4. Other 0 0 0 0 0 0 0
. 1. Urination 0 0 0 0 0 0 0
urinary - “Hematuria 0 0 0 0 0 0 0
system
3. Other 0 0 0 0 0 0 0
1. Pathological
Reproductive | discharge from the 0 0 0 0 0 0 0
system reproductive tract
2. Other 0 0 0 0 0 0 0
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% INSTITUTE OF INDUSTRIAL ORGANIC CHEMISTRY, BRANCH PSZCZYNA
DEPARTMENT OF TOXICOLOGICAL STUDIES

FREEZE: Acute Oral Toxicity Study on Rats i Fixed Dose Method

Study code: PO-28/13

INDIVIDUAL DATA SHEET NO. 2 CONT.

Test item name: FREEZE
Study type: Acute toxicity study i fixed dose method
Study code: PO-28/13 Dose: 2000 mg/kg b.w.
Administration route: oral Form of administration: agueous emulsion
Date and hour of administration: 31.01.2014.;: 8% Date of euthanasia: 14.02.2014.
Species: rat Sex: female
Animal age: 10 weeks Fasting: 19 hours
Animal no.: comp.: 2 reg.: 57
Parameter Day of observation
11234 |5|6|7|8|9 (1011|1213 14
1. Body posture 0 0 0 0 0 0 0 0 0 0 0 0 0 0
2. Gait 0 0 0 0 0 0 0 0 0 0 0 0 0 0
3. Locomotor activity 0 0 0 0 0 0 0 0 0 0 0 0 0 0
Locomotor 4. In_voluntary movement- 0 0 0 0 0 0 0 0 0 0 0 0 0 0
system, clonic
,zzzﬁgf:{;, t5c.mlir::voluntary movement- 0 0 0 0 0 0 0 0 0 0 0 0 0 0
stimuli 6.Reaction to being caught 0 0 0 0 0 0 0 0 0 0 0 0 0 0
7. Vocalization 0 0 0 0 0 0 0 0 0 0 0 0 0 0
8. Reaction to sound stimuli 0 0 0 0 0 0 0 0 0 0 0 0 0 0
9. Other 0 0 0 0 0 0 0 0 0 0 0 0 0 0
1. Skin colour 0 0 0 0 0 0 0 0 0 0 0 0 0 0
2. Edema 0 0 0 0 0 0 0 0 0 0 0 0 0 0
. | 3. Epidermis 0 0 0 0 0 0 0 0 0 0 0 0 0 0
Skin and hair
4. Coat 0 0 0 0 0 0 0 0 0 0 0 0 0 0
5. Skin changes 0 0 0 0 0 0 0 0 0 0 0 0 0 0
6. Other 0 0 0 0 0 0 0 0 0 0 0 0 0 0
1. Ocular discharge 0 0 0 0 0 0 0 0 0 0 0 0 0 0
2. Exophthalmos 0 0 0 0 0 0 0 0 0 0 0 0 0 0
Eé’eeslg’s‘d 3. Corneal opacity o|loloflololo]olo|lo]o|]o|o|ol]o
Y 4. Eyelids 0 0 0 0 0 0 0 0 0 0 0 0 0 0
5. Other 0 0 0 0 0 0 0 0 0 0 0 0 0 0
1. Respiration 0 0 0 0 0 0 0 0 0 0 0 0 0 0
Ress)f;'tr::r?ry ibgﬁlcsharge from the olololo]lo|lo|lo|o|lo|lo|o|o]|o]o
3. Other 0 0 0 0 0 0 0 0 0 0 0 0 0 0
1. Salivation 0 0 0 0 0 0 0 0 0 0 0 0 0 0
Digestive 2. Diarrhea 0 0 0 0 0 0 0 0 0 0 0 0 0 0
system 3. Bleeding from the anus 0 0 0 0 0 0 0 0 0 0 0 0 0 0
4. Other 0 0 0 0 0 0 0 0 0 0 0 0 0 0
1. Urination 0 0 0 0 0 0 0 0 0 0 0 0 0 0
Urinary -
system 2. Hematuria 0 0 0 0 0 0 0 0 0 0 0 0 0 0
3. Other 0 0 0 0 0 0 0 0 0 0 0 0 0 0
repraducive | 1o e o o] oo o]ofofofolo o]o[o]0
SYSeM 175 "Other ojlololo]oflolo]o|lo[o|lo|o|o]o

Gross changes: not stated
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INSTITUTE OF INDUSTRIAL ORGANIC CHEMISTRY, BRANCH PSZCZYNA

DEPARTMENT OF TOXICOLOGICAL STUDIES

FREEZE: Acute Oral Toxicity Study on Rats i Fixed Dose Method

Study code: PO-28/13

Test item name:

INDIVIDUAL DATA SHEET NO. 3

FREEZE

Study type: Acute toxicity study i fixed dose method
Study code: PO-28/13 Dose: 2000 mg/kg b.w.
Administration route: oral Form of administration: aqueous emulsion
Date and hour of administration: 31.01.2014.;: 8% Date of euthanasia: 14.02.2014.
Species: rat Sex: female
Animal age: 10 weeks Fasting: 19 hours
Animal no.: comp.: 3 reg.: 58
Body weight (9):
Day of experiment 0 7 14
Body weight 188 213 222
Detailed clinical signs:
Parameter day 0 of observation
106 306 1h 2h 3h 4h 5h
1. Body posture 0 0 0 0 0 0 0
2. Gait 0 0 0 0 0 0 0
3. Locomotor activity 0 0 0 0 0 0 0
4. Involuntary
Locomotor movement-clonic 0 0 0 0 0 0 0
system, 5. Involuntary
behaviour, movement-tonic 0 0 0 0 0 0 0
reactions to | 6.Reaction to being
stimuli caught 0 0 0 0 0 0 0
7. Vocalization 0 0 0 0 0 0 0
8. Reaction to sound
stimuli 0 0 0 0 0 0 0
9. Other 0 0 0 0 0 0 0
1. Skin colour 0 0 0 0 0 0 0
2. Edema 0 0 0 0 0 0 0
Skin and hair 3. Epidermis 0 0 0 0 0 0 0
4. Coat 0 0 0 0 0 0 0
5. Skin changes 0 0 0 0 0 0 0
6. Other 0 0 0 0 0 0 0
1. Ocular discharge 0 0 0 0 0 0 0
2. Exophthalmos 0 0 0 0 0 0 0
Egs:"zgd 3. Corneal opacity 0 0 0 0 0 0 0
4. Eyelids 0 0 0 0 0 0 0
5. Other 0 0 0 0 0 0 0
1. Respiration 0 0 0 0 0 0 0
Respiratory | 2. Dlscharge from the 0 0 0 0 0 0 0
system nostrils
3. Other 0 0 0 0 0 0 0
1. Salivation 0 0 0 0 0 0 0
. . 2. Diarrhea 0 0 0 0 0 0 0
Digestive | Bleeding from th
system - Bleeding from the 0 0 0 0 0 0 0
anus
4. Other 0 0 0 0 0 0 0
. 1. Urination 0 0 0 0 0 0 0
urinary - “Hematuria 0 0 0 0 0 0 0
system
3. Other 0 0 0 0 0 0 0
1. Pathological
Reproductive | discharge from the 0 0 0 0 0 0 0
system reproductive tract
2. Other 0 0 0 0 0 0 0
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% INSTITUTE OF INDUSTRIAL ORGANIC CHEMISTRY, BRANCH PSZCZYNA
DEPARTMENT OF TOXICOLOGICAL STUDIES

FREEZE: Acute Oral Toxicity Study on Rats i Fixed Dose Method

Study code: PO-28/13

INDIVIDUAL DATA SHEET NO. 3 CONT.

Test item name: FREEZE
Study type: Acute toxicity study i fixed dose method
Study code: PO-28/13 Dose: 2000 mg/kg b.w.
Administration route: oral Form of administration: aqueous emulsion
Date and hour of administration: 31.01.2014.;: 8% Date of euthanasia: 14.02.2014.
Species: rat Sex: female
Animal age: 10 weeks Fasting: 19 hours
Animal no.: comp.: 3 reg.: 58
Parameter Day of observation
11234 |5|6|7|8]|]9|10|11]12|13]|14
1. Body posture 0 0 0 0 0 0 0 0 0 0 0 0 0 0
2. Gait 0 0 0 0 0 0 0 0 0 0 0 0 0 0
3. Locomotor activity 0 0 0 0 0 0 0 0 0 0 0 0 0 0
Locomotor 4. In_voluntary movement- 0 0 0 0 0 0 0 0 0 0 0 0 0 0
system, clonic
rzggﬁgfgig iso.r:ir::voluntary movement- 0 0 0 0 0 0 0 0 0 0 0 0 0 0
stimuli 6.Reaction to being caught 0 0 0 0 0 0 0 0 0 0 0 0 0 0
7. Vocalization 0 0 0 0 0 0 0 0 0 0 0 0 0 0
8. Reaction to sound stimuli 0 0 0 0 0 0 0 0 0 0 0 0 0 0
9. Other 0 0 0 0 0 0 0 0 0 0 0 0 0 0
1. Skin colour 0 0 0 0 0 0 0 0 0 0 0 0 0 0
2. Edema 0 0 0 0 0 0 0 0 0 0 0 0 0 0
Skin and hair 3. Epidermis 0 0 0 0 0 0 0 0 0 0 0 0 0 0
4. Coat 0 0 0 0 0 0 0 0 0 0 0 0 0 0
5. Skin changes 0 0 0 0 0 0 0 0 0 0 0 0 0 0
6. Other 0 0 0 0 0 0 0 0 0 0 0 0 0 0
1. Ocular discharge 0 0 0 0 0 0 0 0 0 0 0 0 0 0
2. Exophthalmos 0 0 0 0 0 0 0 0 0 0 0 0 0 0
Eé’e:"zgd 3. Corneal opacity ololololololololo]lo|lo|o|ol]o
Y 4. Eyelids 0 0 0 0 0 0 0 0 0 0 0 0 0 0
5. Other 0 0 0 0 0 0 0 0 0 0 0 0 0 0
1. Respiration 0 0 0 0 0 0 0 0 0 0 0 0 0 0
Re;y‘;'{::ﬁ“’ ibgﬁlcsharge from the ololololo|lo|lo|lo|lo|lo|o|o]|o]o
3. Other 0 0 0 0 0 0 0 0 0 0 0 0 0 0
1. Salivation 0 0 0 0 0 0 0 0 0 0 0 0 0 0
Digestive 2. Diarrhea 0 0 0 0 0 0 0 0 0 0 0 0 0 0
system 3. Bleeding from the anus 0 0 0 0 0 0 0 0 0 0 0 0 0 0
4. Other 0 0 0 0 0 0 0 0 0 0 0 0 0 0
1. Urination 0 0 0 0 0 0 0 0 0 0 0 0 0 0
Urinary -
system 2. Hematuria 0 0 0 0 0 0 0 0 0 0 0 0 0 0
3. Other 0 0 0 0 0 0 0 0 0 0 0 0 0 0
1. Pathological discharge
Reps)ro?uctive from the rgproductive t?act 010101010101 0]0]0]0 0 0 0 0
ystem 172 "Other ojlololo]oflolo]o|lo[o|lo|o|o]o

Gross changes: not stated
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INSTITUTE OF INDUSTRIAL ORGANIC CHEMISTRY, BRANCH PSZCZYNA

DEPARTMENT OF TOXICOLOGICAL STUDIES

FREEZE: Acute Oral Toxicity Study on Rats i Fixed Dose Method

Study code: PO-28/13

Test item name:

INDIVIDUAL DATA SHEET NO. 4

FREEZE

Study type: Acute toxicity study i fixed dose method
Study code: PO-28/13 Dose: 2000 mg/kg b.w.
Administration route: oral Form of administration: aqueous emulsion
Date and hour of administration: 31.01.2014.;: 8% Date of euthanasia: 14.02.2014.
Species: rat Sex: female
Animal age: 10 weeks Fasting: 19 hours
Animal no.: comp.: 4 reg.: 63
Body weight (9):
Day of experiment 0 7 14
Body weight 198 219 235
Detailed clinical signs:
Parameter day 0 of observation
1006 306 1h 2h 3h 4h 5h
1. Body posture 0 0 0 0 0 0 0
2. Gait 0 0 0 0 0 0 0
3. Locomotor activity 0 0 0 0 0 0 0
4. Involuntary
Locomotor movement-clonic 0 0 0 0 0 0 0
system, 5. Involuntary
behaviour, movement-tonic 0 0 0 0 0 0 0
reactions to | 6.Reaction to being
stimuli caught 0 0 0 0 0 0 0
7. Vocalization 0 0 0 0 0 0 0
8. Reaction to sound
stimuli 0 0 0 0 0 0 0
9. Other 0 0 0 0 0 0 0
1. Skin colour 0 0 0 0 0 0 0
2. Edema 0 0 0 0 0 0 0
Skin and hair 3. Epidermis 0 0 0 0 0 0 0
4. Coat 0 0 0 0 0 0 0
5. Skin changes 0 0 0 0 0 0 0
6. Other 0 0 0 0 0 0 0
1. Ocular discharge 0 0 0 0 0 0 0
2. Exophthalmos 0 0 0 0 0 0 0
Egs:"zgd 3. Corneal opacity 0 0 0 0 0 0 0
4. Eyelids 0 0 0 0 0 0 0
5. Other 0 0 0 0 0 0 0
1. Respiration 0 0 0 0 0 0 0
Respiratory | 2. Dlscharge from the 0 0 0 0 0 0 0
system nostrils
3. Other 0 0 0 0 0 0 0
1. Salivation 0 0 0 0 0 0 0
. . 2. Diarrhea 0 0 0 0 0 0 0
Digestive | Bleeding from th
system - Bleeding from the 0 0 0 0 0 0 0
anus
4. Other 0 0 0 0 0 0 0
. 1. Urination 0 0 0 0 0 0 0
urinary - “Hematuria 0 0 0 0 0 0 0
system
3. Other 0 0 0 0 0 0 0
1. Pathological
Reproductive | discharge from the 0 0 0 0 0 0 0
system reproductive tract
2. Other 0 0 0 0 0 0 0
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% INSTITUTE OF INDUSTRIAL ORGANIC CHEMISTRY, BRANCH PSZCZYNA
DEPARTMENT OF TOXICOLOGICAL STUDIES

FREEZE: Acute Oral Toxicity Study on Rats i Fixed Dose Method

Study code: PO-28/13

INDIVIDUAL DATA SHEET NO. 4 CONT.

Test item name: FREEZE
Study type: Acute toxicity study i fixed dose method
Study code: PO-28/13 Dose: 2000 mg/kg b.w.
Administration route: oral Form of administration: aqueous emulsion
Date and hour of administration: 31.01.2014.; 8 Date of euthanasia: 14.02.2014.
Species: rat Sex: female
Animal age: 10 weeks Fasting: 19 hours
Animal no.: comp.: 4 reg.: 63
Parameter Day of observation
11234 |5|6|7|8]|]9|10|11]12|13]|14
1. Body posture 0 0 0 0 0 0 0 0 0 0 0 0 0 0
2. Gait 0 0 0 0 0 0 0 0 0 0 0 0 0 0
3. Locomotor activity 0 0 0 0 0 0 0 0 0 0 0 0 0 0
Locomotor 4. In_voluntary movement- 0 0 0 0 0 0 0 0 0 0 0 0 0 0
system, clonic
rte)ggﬁgfgib iso.nlirlvoluntary movement- 0 0 0 0 0 0 0 0 o 0 0 0 0 .
stimuli 6.Reaction to being caught 0 0 0 0 0 0 0 0 0 0 0 0 0 0
7. Vocalization 0 0 0 0 0 0 0 0 0 0 0 0 0 0
8. Reaction to sound stimuli 0 0 0 0 0 0 0 0 0 0 0 0 0 0
9. Other 0 0 0 0 0 0 0 0 0 0 0 0 0 0
1. Skin colour 0 0 0 0 0 0 0 0 0 0 0 0 0 0
2. Edema 0 0 0 0 0 0 0 0 0 0 0 0 0 0
Skin and hair 3. Epidermis 0 0 0 0 0 0 0 0 0 0 0 0 0 0
4. Coat 0 0 0 0 0 0 0 0 0 0 0 0 0 0
5. Skin changes 0 0 0 0 0 0 0 0 0 0 0 0 0 0
6. Other 0 0 0 0 0 0 0 0 0 0 0 0 0 0
1. Ocular discharge 0 0 0 0 0 0 0 0 0 0 0 0 0 0
2. Exophthalmos 0 0 0 0 0 0 0 0 0 0 0 0 0 0
Eé’e:"zgd 3. Corneal opacity o|loloflolololololo]lo|lo|o|ol]o
Y 4. Eyelids 0 0 0 0 0 0 0 0 0 0 0 0 0 0
5. Other 0 0 0 0 0 0 0 0 0 0 0 0 0 0
1. Respiration 0 0 0 0 0 0 0 0 0 0 0 0 0 0
Ri?‘;'{g;?”’ ﬁéSDtﬁlcsharge from the ololololo|lo|lo|lo|lo|lo|o]|o]|o]o
3. Other 0 0 0 0 0 0 0 0 0 0 0 0 0 0
1. Salivation 0 0 0 0 0 0 0 0 0 0 0 0 0 0
Digestive | 2. Diarrhea olo|lo|lo|]o|o|o|]o|o|O|O]|]oO]|]oO]oO
system 3. Bleeding from the anus 0 0 0 0 0 0 0 0 0 0 0 0 0 0
4. Other 0 0 0 0 0 0 0 0 0 0 0 0 0 0
1. Urination 0 0 0 0 0 0 0 0 0 0 0 0 0 0
Urinary -
system 2. Hematuria 0 0 0 0 0 0 0 0 0 0 0 0 0 0
3. Other 0 0 0 0 0 0 0 0 0 0 0 0 0 0
1. Pathological discharge
Reps)ro?uctive from the rgproductive t?act 010101010101 0]0]0]0 0 0 0 0
ystem 172 "Other ojlololo]oflolo]o|lo[o|lo|o|o]o

Gross changes: not stated

Page 28/50




%o

INSTITUTE OF INDUSTRIAL ORGANIC CHEMISTRY, BRANCH PSZCZYNA

DEPARTMENT OF TOXICOLOGICAL STUDIES

FREEZE: Acute Oral Toxicity Study on Rats i Fixed Dose Method
Study code: PO-28/13

Test item name:

Study type:
Study code:

Administration route:

INDIVIDUAL DATA SHEET NO. 5

FREEZE

Acute toxicity study i fixed dose method

PO-28/13 Dose:

oral Form of administration:

2000 mg/kg b.w.
agueous emulsion

Date and hour of administration: 31.01.2014.;: 8% Date of euthanasia: 14.02.2014.
Species: rat Sex: female
Animal age: 10 weeks Fasting: 19 hours
Animal no.: comp.: 5 reg.: 68
Body weight (g):
Day of experiment 0 7 14
Body weight 199 221 238
Detailed clinical signs:
Parameter day O of observation
1006 306 1h 2h 3h 4h 5h
1. Body posture 0 0 0 0 0 0 0
2. Gait 0 0 0 0 0 0 0
3. Locomotor activity 0 0 0 0 0 0 0
4. Involuntary
Locomotor | movement-clonic 0 0 0 0 0 0 0
system, 5. Involuntary
behaviour, | movement-tonic 0 0 0 0 0 0 0
reactions to | 6.Reaction to being
stimuli Caught 0 0 0 0 0 0 0
7. Vocalization 0 0 0 0 0 0 0
8. Reaction to sound 0 0 0 0 0 0 0
stimuli
9. Other 0 0 0 0 0 0 0
1. Skin colour 0 0 0 0 0 0 0
2. Edema 0 0 0 0 0 0 0
3. Epidermi 0 0 0 0 0 0 0
Skin and hair picermis
4. Coat 0 0 0 0 0 0 0
5. Skin changes 0 0 0 0 0 0 0
6. Other 0 0 0 0 0 0 0
1. Ocular discharge 0 0 0 0 0 0 0
2. Exophthalmos 0 0 0 0 0 0 0
Eé/)?:"gr;d 3. Corneal opacity 0 0 0 0 0 0 0
4. Eyelids 0 0 0 0 0 0 0
5. Other 0 0 0 0 0 0 0
1. Respiration 0 0 0 0 0 0 0
Respiratory | 2. Dls_charge from the 0 0 0 0 0 0 0
system nostrils
3. Other 0 0 0 0 0 0 0
1. Salivation 0 0 0 0 0 0 0
. . 2. Diarrhea 0 0 0 0 0 0 0
Digestive 3 Bleading f m
system - = eeding from the 0 0 0 0 0 0 0
anus
4. Other 0 0 0 0 0 0 0
. 1. Urination 0 0 0 0 0 0 0
urinary 5 Hematuria 0 0 0 0 0 0 0
system
3. Other 0 0 0 0 0 0 0
1. Pathological
Reproductive | discharge from the 0 0 0 0 0 0 0
system reproductive tract
2. Other 0 0 0 0 0 0 0
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FREEZE: Acute Oral Toxicity Study on Rats i Fixed Dose Method

Study code: PO-28/13

INDIVIDUAL DATA SHEET NO. 5 CONT.

Test item name: FREEZE
Study type: Acute toxicity study i fixed dose method
Study code: PO-28/13 Dose: 2000 mg/kg b.w.
Administration route: oral Form of administration: aqueous emulsion
Date and hour of administration: 31.01.2014.;: 8% Date of euthanasia: 14.02.2014.
Species: rat Sex: female
Animal age: 10 weeks Fasting: 19 hours
Animal no.: comp.: 5 reg.: 68
Parameter Day of observation
11234 |5|6|7|8]|]9|10|11]12|13]|14
1. Body posture 0 0 0 0 0 0 0 0 0 0 0 0 0 0
2. Gait 0 0 0 0 0 0 0 0 0 0 0 0 0 0
3. Locomotor activity 0 0 0 0 0 0 0 0 0 0 0 0 0 0
Locomotor 4. In_voluntary movement- 0 0 0 0 0 0 0 0 0 0 0 0 0 0
System, clonic
rte)ggﬁgfgib iso.nlir::voluntary movement- 0 0 0 0 0 0 0 0 o 0 0 0 0 .
stimuli 6.Reaction to being caught 0 0 0 0 0 0 0 0 0 0 0 0 0 0
7. Vocalization 0 0 0 0 0 0 0 0 0 0 0 0 0 0
8. Reaction to sound stimuli 0 0 0 0 0 0 0 0 0 0 0 0 0 0
9. Other 0 0 0 0 0 0 0 0 0 0 0 0 0 0
1. Skin colour 0 0 0 0 0 0 0 0 0 0 0 0 0 0
2. Edema 0 0 0 0 0 0 0 0 0 0 0 0 0 0
Skin and hair 3. Epidermis 0 0 0 0 0 0 0 0 0 0 0 0 0 0
4. Coat 0 0 0 0 0 0 0 0 0 0 0 0 0 0
5. Skin changes 0 0 0 0 0 0 0 0 0 0 0 0 0 0
6. Other 0 0 0 0 0 0 0 0 0 0 0 0 0 0
1. Ocular discharge 0 0 0 0 0 0 0 0 0 0 0 0 0 0
2. Exophthalmos 0 0 0 0 0 0 0 0 0 0 0 0 0 0
Eé’e:"zgd 3. Corneal opacity ololololololololo]lo|lo|o|ol]o
Y 4. Eyelids 0 0 0 0 0 0 0 0 0 0 0 0 0 0
5. Other 0 0 0 0 0 0 0 0 0 0 0 0 0 0
1. Respiration 0 0 0 0 0 0 0 0 0 0 0 0 0 0
Ri?‘;'{g;?”’ ﬁéSDtﬁlcsharge from the olololo]lolo|lo|lo|lo|lo|o|o]|o]o
3. Other 0 0 0 0 0 0 0 0 0 0 0 0 0 0
1. Salivation 0 0 0 0 0 0 0 0 0 0 0 0 0 0
Digestive | 2. Diarrhea olo|lo|lo|]o|o|o|]o|o|O|O]|]oO]|]oO]oO
system 3. Bleeding from the anus 0 0 0 0 0 0 0 0 0 0 0 0 0 0
4. Other 0 0 0 0 0 0 0 0 0 0 0 0 0 0
1. Urination 0 0 0 0 0 0 0 0 0 0 0 0 0 0
Urinary -
system 2. Hematuria 0 0 0 0 0 0 0 0 0 0 0 0 0 0
3. Other 0 0 0 0 0 0 0 0 0 0 0 0 0 0
1. Pathological discharge
Reps)ro?uctive from the rgproductive t?act 010101010101 0]0]0]0 0 0 0 0
YSIEM 173 "Other ojlololo]oflolo]o|lo[o|lo|o|o]o

Gross changes: not stated
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INSTITUTE OF INDUSTRIAL ORGANIC CHEMISTRY, BRANCH PSZCZYNA
DEPARTMENT OF TOXICOLOGICAL STUDIES

FREEZE: Acute Oral Toxicity Study on Rats i Fixed Dose Method
Study code: PO-28/13

Appendix 1. Copy of the Resolution of the Local Ethical Committee in Katowice.

UCHWALA NR33/2013
zdnia 17.04.2013 .
Lokalnej komisji etycznej do spraw doswiadczen na zwierzetach w Katowicach

§1

Na podstawie art. 30 ust. 1 pkt 1 ustawy z dnia 21 stycznia 2005r. o do$wiadczeniach na zwierzetach (Dz. U. Nr
33, poz. 289 z pozn. zm.) i § 14 ust. 3 rozporzadzenia Ministra Nauki i Informatyzacji z dnia 29 lipca 2005r
w sprawie Krajowej Komisji Etycznej do Spraw Do$wiadczen na Zwierzetach oraz lokalnych komisji etycznych do
spraw doswiadczen na zwierzetach (Dz. U. Nr 153, poz. 1275), po rozpatrzeniu wniosku, pt.: ,Badania
toksycznosci ostrej (toksyczno$¢ ostra doustna, toksyczno$¢ ostra skorna, dziatanie zrace na skére
in vitro, ostre draznienie skory, ostre draznienie oka) wedtug metod OECD dla preparatu FREEZE®” z dnia
09.04.2013 r., ziozonego przez dr n. farm Inge Mrzyk z Instytutu Przemystu Organicznego Oddziat
w Pszczynie, lokalna komisja etyczna:

WYRAZA ZGODE
na przeprowadzenie doswiadczen na zwierzetach w zakresie wniosku.

§2
W wyniku rozpatrzenia wniosku, o ktérym mowa w § 1, lokalna komisja etyczna ustalita, ze:

1. Whiosek nalezy zaliczy¢ do kategorii:
Badania naukowe na zwierzetach

2. Najwyzszy stopien inwazyjnosci proponowanych procedur nie przekracza wartosci 4

3. Doswiadczenia beda przeprowadzone na zwierzetach (gatunek, liczba zwierzat): szczur, 37
krolik, 6

4. Doswiadczenia bedg przeprowadzone przez (nazwisko i imig, nazwa jednostki do$wiadczalnej):
dr n. farm. Inga Mrzyk - Instytut Przemystu Organicznego Oddziat w Pszczynie
mgr inz. biotechnologii Aneta Kropidto - Instytut Przemystu Organicznego Oddziat w Pszczynie
lek. wet. Robert Sornat - Instytut Przemystu Organicznego Oddziat w Pszczynie
mgr biologii Joanna Kupny - Instytut Przemystu Organicznego Oddziat w Pszczynie
mgr biologii Katarzyna Gruszka - Instytut Przemystu Organicznego Oddziat w Pszczynie
lek. wet. Patrycja Florek - Instytut Przemystu Organicznego Oddziat w Pszczynie

5. Doswiadczenia beda przeprowadzane na tkankach i narzadach uzyskiwanych od zwierzat w ramach:

§3

Integralng czes¢ niniejszej uchwaty stanowi uzasadnienie i kopia wniosku, o ktérym mowaw § 1.

Podpisy czionkéw lokalnej komisji etycznej
bioracych udziat w glosowaniu:

]
[ Pieczec lokalnej komisji etycznej ] 1. dr hab. Urszula Cegieta ‘fd{\}\{ , Przewodniczacy LKE
2. prof. dr hab. Jerzy Klag —
LOKALNA i'\\')r’“nb'-m ‘_ n’YQZN'A. 3. mgrinz. Anna Szymar'\ska-Zytﬁc’kaé
o i 4. mgr Danuta Mikusz-Oslislo :

\
dr hab. Halina Jedrzejowska-Szyputka W’

mgr Grazyna Bogacz-Sokét %‘

o

o

7. prof. dr hab. Jerzy Jochem —
8. dr Przemystaw Fochtman —
9. prof. dr Roman Knapek -—
Otrzymuja
% i %os“ adczalnej
3 ala
Pouczenie

Strona niezadowolona z niniejszej uchwaty moze wnies¢ odwotanie do Krajowej Komisji Etycznej do Spraw Do$wiadczen na Zwierzetach w terminie 14 dni od dnia
otrzymania uchwaty

Odwotanie skiada sie za posrednictwem lokalne; komisji etycznej, ktora wydata uchwate, zgodnie z § 20 rozporzadzenia Ministra Nauki i Informatyzacji z dnia 29
lipca 2005r. w sprawie Krajowej Komisji Etyczne; do Spraw Doswiadczen na Zwierzetach oraz lokalnych komisji etycznych do spraw do$wiadczen na zwierzetach
(Dz. U Nr 153 poz. 1275
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% INSTITUTE OF INDUSTRIAL ORGANIC CHEMISTRY, BRANCH PSZCZYNA
DEPARTMENT OF TOXICOLOGICAL STUDIES

FREEZE: Acute Oral Toxicity Study on Rats i Fixed Dose Method
Study code: PO-28/13

Appendix 2. Copy of the Statement of GLP Compliance.

-

BUREAU FOR
CHEMICAL SUBSTANCES

STATEMENT OF GLP COMPLIANCE

Registration number: 8/2012/DPL

On the basis of the inspection which was held on 16 - 17 May 2012 and in accordance
with the criteria specified in the order of the Inspector for Chemical Substances and
Preparations of 1 April 2011 concerning the rules on the inspection and verification of
compliance with the principles of Good Laboratory Practice, as well as in accordance
with directive 2004/9/EC and the relevant OECD regulations, the Inspector for
Chemical Substances hereby confirms that

Department of Toxicology
Institute of Industrial Organic Chemistry
Branch Pszczyna

ul. Doswiadczalna 27
43-200 Pszczyna, Poland

complies with the OECD and the EU principles of Good Laboratory Practices in
the fields of:

- toxicity studies,
- analytical and clinical chemistry testing.

The certificate is valid from 17 May 2012. The next inspection of compliance with the
principles of Good Laboratory Practice is to be held according to the provisions laid down in
article 16 (7) of the act of 25 February 2011 on the Chemical Substances and Their Mixtures

(Dz.U. Nr 63, poz. 322).

Lodz, 28 June 2012

Inspector for Chemical

GLP Inspectors
Substances

erosfaw(/NZQyiskl (PhD, Eng)

(Lead Inspector)

h

oA
VY
Andrzej Kalski (PhD)

Moadolo.

Mariusz Godala (PhD, Eng)

Jerzy Maijka (PhD)
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% INSTITUTE OF INDUSTRIAL ORGANIC CHEMISTRY, BRANCH PSZCZYNA
DEPARTMENT OF TOXICOLOGICAL STUDIES

FREEZE: Acute Oral Toxicity Study on Rats i Fixed Dose Method
Study code: PO-28/13

Appendix 3. Detailed clinical observations of animals i grading of clinical signs.

. LOCOMOTOR SYSTEM, BEHAVIOUR, REACTIONS TO STIMULI
1. Body posture

01 no changes
17 rounded back
21 animal lies on one side
31 animal lies on its abdomen
47 animal turns around when it is held by its tail
2. Gait
07 no changes (the head is in a horizontal position, the abdomen is slightly raised above the floor,
the body moves slightly up and down when walking)
17 wavering gait
21 paresis of the hindlimbs (animal drags its hindlimbs)
31 animal lies inertly
3. Locomotor activity
07 no changes
17 slight decrease
21 distinct decrease
31 slight increase
417 distinct increase
57 no movement
4. Involuntary movement i clonic (fast muscle spasms occurring one after another)
07 none (no changes)
17 tremors
21 seizures
5. Involuntary movement i tonic (long-lasting muscle tension)
01 none (no changes)
17 stated
6. Reaction to being caught
01 no changes (easy, normal, no resistance)
17 very easy (animal sits or lies; it allows one to pick it up and take away)
21 difficult (animal crouches down and becomes numb or runs around; it is difficult to catch)
31 very difficult (animal attacks)
7. Vocalization
01 none (no changes)
17 stated
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FREEZE: Acute Oral Toxicity Study on Rats i Fixed Dose Method
Study code: PO-28/13

8. Reaction to sound stimuli (knocking on the cage side or ground when the animal is out)
071 normal (no changes)
17 decreased reaction (dejection)
21 increased reaction (hyperexcitability)
31 no reaction
9. Other:
01 none (no changes)
17 stated

II. SKIN AND HAIR

1. Skin colour

01 normal (no changes)

171 erythema

27 pallor
371 lividity
2. Oedema

01 none (no changes)
17 stated
3. Epidermis
01 no changes
171 desquamation
4. Hair/Coat
07 no changes
17 bristled coat
21 thinning
31 alopecia
5. Skin changes
01 no changes

17 scab or scabs

21 abscess

31 bump

417 dryness
6. Other

01 none (no changes)
17 stated

Page 34/50



% INSTITUTE OF INDUSTRIAL ORGANIC CHEMISTRY, BRANCH PSZCZYNA
DEPARTMENT OF TOXICOLOGICAL STUDIES

FREEZE: Acute Oral Toxicity Study on Rats i Fixed Dose Method
Study code: PO-28/13

llI. EYES AND EYELIDS

1. Excretion from the eyes

01 none (no changes)
17 lacrimation
21 discharge with blood
3iporphyrin deposition around the eyes (fired tearso)

2. Exophthalmos
01 none (no changes)
17 stated

3. Corneal opacity
01 none (no changes)
17 stated

4. Closure of the eyelids
07 open (no changes)
17 closed

5. Other
01 none (no changes)
17 stated

V. RESPIRATORY SYSTEM

1. Respiration

07 normal (no changes)

117 respiratory murmurs

21 accelerated respiration

31 difficult respiration
2. Discharge from the nostrils

01 none (no changes)

17 mucous

21 purulent

31 with blood

47 porphyrin deposition around the nostrils
3. Other

01 none (no changes)

17 stated
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Study code: PO-28/13

V. DIGESTIVE SYSTEM
1. Salivation

01 none (no changes)
17 moisture around the snout
21 saliva flows from the snout
2. Diarrhea
01 none (no changes)
17 stated
3. Bleeding from the anus
01 none (no changes)
17 stated
4. Other
07 none (no changes)
17 stated
VI. URINARY SYSTEM

1. Urination

01 none (no changes)
17 stated

2. Hematuria
01 none (no changes)
17 stated

3. Other
07 none (no changes)
17 stated

VIl. REPRODUCTIVE SYSTEM

1. Pathological discharge from the reproductive tract

01 none (no changes)
17 stated

2. Other
01 none (no changes)
17 stated
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Appendix 4. Legalized copy of the Study Plan.

INSTITUTE OF INDUSTRIAL ORGANIC CHEMISTRY
BRANCH PSZCZYNA

STUDY PLAN

FREEZE

Acute Oral Toxicity Study on Rats — Fixed Dose Method

according to the OECD Guideline Mo. 420 / EU Method B.1.BIS.

STUDY CODE: PO-28/13

Study Directar: Inga Mrzyk, PhD

Rasearch Unit: Institute of Industrial Organic Chemistry
Branch Pszczyna
Department of Toxicological Studies
Doswiadczalna 27
43-200 Pszczyna, Poland

Study Sponsor: ICB PHARMA sp. Jawna
Tomasz i Pawet Swistostawscy
Mozdzierzowcdw Ga
43-602 Jawaorzno, Poland

Institute of Industrial Organic Chemistry, Branch Pszczyna, Dodwiadczalna 27,43 — 200 Pszczyna

phone: +48 32 210 30 81, fax: +48 32 210 35 37, email: ipo@ipo-pszczyna.pl, Www.ipo-psZczyna.pl

Page 37/50



% INSTITUTE OF INDUSTRIAL ORGANIC CHEMISTRY, BRANCH PSZCZYNA
DEPARTMENT OF TOXICOLOGICAL STUDIES

FREEZE: Acute Oral Toxicity Study on Rats i Fixed Dose Method
Study code: PO-28/13

?Ij INSTITUTE CF INDUSTRIAL ORGANIC CHEMISTRY, BRANCH PSZCZYMNA
DEPARTMEMNT OF TOXICOLOGICAL STUDIES

FREEZE: Acute Oral Toxicity Study on Rats — Fixed Dose Method

Study code: PO-28/13

CONFIDENTIALITY STATEMENT
This document contains confidential data. They belong to the Sponsor and may be used only for the
purpose of the Sponsor. Any additional use, exploitation, reproduction, or publication in whole or in

part reguires the consent of the Sponsor. The duty of confidentiality does not apply to information

whose disclosure is required by law.

214
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% INSTITUTE OF INDUSTRIAL ORGANIC CHEMISTRY, BRANMCH PSZCZYMNA
DEPARTMEMT OF TOXICOLOGICAL STUDIES

FREEZE: Acute Oral Toxicity Study on Rats — Fixed Dose Method

Study code: PO-28/13

Acting according to the following information and the signatures below are necessary to fulfil the
requirements of Good Laboratory Practice and the quality system at the Institute of Industrial Organic

Chemistry, Branch Pszczyna, Department of Toxicological Studies.

STUDY SPONSOR

ICB PHARMA sp. Jawna
Tomasz i Pawet Swistostawscy
Mozdzierzowcow 6a

43-602 Jawaorzno, Poland

Notice:

A written confirmation of the content of the test item with the information on its specific activity,
designation, molecular mass, and production and validity datas, if applicable should be delivered with
a signed and approved copy of the Study Plan at the latest.

The Sponsor is obliged to deliver a material safety data sheet (MSDS). if available and all other
infarmation concerning proper and safe usage, storage, and transfer of the test item.

The Sponsor is obliged to inform about all known and potential dangers resulting from contact with the
test item.

The Sponsor agrees to receive the test item which was not used in the experiment.

Study Plan approval:

Sponsor / Sponsor's Representative:

414
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?Ij INSTITUTE OF INDUSTRIAL ORGANIC CHEMISTRY, BRANCH PSZCZVMNA
DEPARTMENT OF TOXICOLOGICAL STUDIES

FREEZE: Acute Oral Toxicity Study on Rats — Fixed Dose Method

Study code: PO-28/13

RESEARCH UNIT

Institute of Industrial Organic Chemistry, Branch Pszczyna
Department of Toxicological Studies

Doswiadczalna 27

43-200 Pszczyna, Poland

Study Plan approval: Inga Mezyk, PHD

Study Director:

ghene + 3 e
S iz EETRE) pe-paeEy O

~
y \ Woasg e
A gn donm \ A
Aleksands Seeaczyk, MSc Eng
218 AOF L/
Head of the Depariment of : B P

Toxicological Studies:

STATEMENT OF THE QUALITY ASSURANCE UNIT ON COMPLIANCE WITH THE GOOD
LABORATORY PRACTICE (GLP) PRINCIPLES

| hereby state that the Study Plan was prepared in compliance with the principles of GLP [3, 4, 5],
[SOP/PJ] and based on the OECD Guideline for the Testing of Chemicals No. 420 (2001):  Acute
oral toxicity — fixed dose methed”™ [1], the EU Method B.1.BIS: _Acute oral toxicity — fixed dose
procedure” [2], and the Standard Operating Procedure SOP/T/20: Acute oral toxicity study — fixed

dose method”.

Katarzyna Kubica-Sckolowska, MEe Eng

3443, 4043, Q:ﬁﬁ .

dute sgratue

a4
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% INSTITUTE OF INDUSTRIAL ORGANIC CHEMISTRY, BRANCH PSZCZYNA
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FREEZE: Acute Oral Toxicity Study on Rats — Fixed Dose Method
Study code: PO-28/13

DISTRIBUTION

Original: ICB PHARMA sp. Jawna Tomasz i Pawet Swistostawscy
Mozdzierzowcaw 6a, 43-602 Jaworzno, Poland

Legalized copy: Institute of Industrial Organic Chemistry, Branch Pszczyna, Archives

Doswiadczalna 27, 43-200 Pszczyna, Poland

Distribution of copies (fo be filled in by the Institute of Industrial Organic Chemistry in a legalized copy
of the Study Plan):
Appropriate signatures are in a legalized copy of the Study Plan in Polish coded as PO-28/13.

Acquainted with the Study Plan (fo be filled in by the Instifute of Industrial Organic Chemistry in
a legalized copy of the Study Flan):

Appropriate signatures are in a legalized copy of the Study Plan in Polish coded as PO-28/M13.

614
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?Ij INSTITUTE OF INDUSTRIAL ORGANIC CHEMISTRY, BRANCH PSZCZVMNA
DEPARTMENT OF TOXICOLOGICAL STUDIES

FREEZE: Acute Oral Toxicity Study on Rats — Fixed Dose Method

Study code: PO-28/13

1. BASES FOR THE STUDY

The acute oral toxicity study (based on a fixed dose method) of the test item, i.e. FREEZE on rats will
be performed under the Agreement No. 12/PPM3 of May 28, 2013 signed with ICB PHARMA
sp. Jawna Tomasz i Pawet S*.vigtosial.'.'scy, Mozdzierzowcdow 8a, 43-602 Jaworzno, Peoland.

The study will be performed with the approval of the Local Ethical Committes for Animal

Experimentation.

2. INTRODUCTION

The acute oral toxicity study based on a fixed dose method will be conducted in compliance with the
OECD Guideline for the Testing of Chemicals No. 420 (2001); “Acute oral toxicity — fixed dose
method” [1], the EU Method B.1.BIS.: "Acute oral toxicity — fixed dose procedure™ [2], and the
Standard Operating Procedure SOP/T/20: *Acute oral toxicity study — fixed dose method”.

The study was coded as PO-28/13 [SOP/T/35].

The study will be conducted in compliance with the Good Laboratery Practice principles [3]. The
Department of Toxicological Studies at the Institute of Industrial Organic Chemistry, Branch Pszczyna
holds the Statement of GLP Compliance Mo. 8/2012/DPL (Appendix No. 1 to the Study Plan) [4. 5].

3. AIM OF THE STUDY
The acute oral toxicity study will be performed in order to obtain some information on health hazards

resulting from the consumption of the test item.

4. SCHEDULE

Start of the study: December 2013
Scheduled start of the experiment: January 2014
Scheduled end of the experiment: February 2014
Scheduled end of the study: March 2014

5. MATERIAL AND METHODS
5.1. Test animals

The experiment will be conducted on the Wistar rats (Crl: WIl{Han); outbred) obtained from the
husbandry of laboratory animals of the Experimental Medicine Centra at the Medical University in
Bialystok kept behind the breeding barrier. The experiment will be conducted on female rats. At the
beginning of the experiment, the animals will be 8-12 weeks old. The body weight of individual animals
will be + 20% of the average value. All rats will be quarantined and observed daily for at least 5 days
[SOP/TIG]. A general medical-veterinary examination will be performed at the beginning of the
quarantine period, whereas a detailed medical-veterinary examination will be performed prior te the
beginning of the experiment [SOP/T/45].

Each animal will be marked [SOP/T/7].
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5.2. Test item

The test item — FREEZE - is a clear liquid which forms a stable emulsion with water. The test item in
a plastic container was delivered by the Sponsor on May 22, 2013. The test item is applied to combat
aphids by immobilization. 1t does not contain an active substance. The Characteristics of the Test ltem
of June 18, 2013 provides the following data: production date: May 21, 2013; storage conditions: at
room temperature; stability: May 21, 2018.

The test item was obtained from the Department of Test ltem (PAA) at the Institute of Industrial
Organic Chemistry, Branch Pszczyna on November 15, 2013 [SOP/T/2].

Data concerning the identity, purity, and stability of the test item are the responsibility of the Sponsor.

5.3. Housing conditions

During the quarantine period and the sxperiment, the animals will be kept in air-conditioned rooms

under the fellowing conditions:

air temperature: 22+3°C

recommended relative air humidity: 30-70%

artificial fluorescent lighting; lighting cycle: 12 hours light/12 hours dark
facility air exchange: about 16 times/hour [SOP/T/9].

The rats will be kept in plastic cages covered with wire bar lids. The dimensions of the cages will be
58x 37 x 21 cm (length x width x height). UV-sterilized wood shavings will be used as bedding
[SOPTE, SOPIT/48].

Each cage will be equipped with a label containing the study code, the dates of the initiation and the
planned termination of the experiment, the cage number, and the animal's sex and number. In case of
mortality, the date of the animal’s death will also be recorded on the label [SOP/T/20].

5.4. Food and water

The animals will be given ad libitum access to the "Murigran” standard laboratory fodder produced by
Wytwdrnia Koncentratow i Mieszanek Paszowych AGROPOL, Motycz and drinking tap water
[SOPTE]

5.5. Course of the study

5.5.1. Sighting study
5.5.1.1. Introduction

On the grounds of all the information obtained frem the Sponsor, the sighting study will be conducted

according to the procedure described below.
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5.5.1.2. Design of the study

The sighting study will commence with the administration of the test item at a dose of 2000 mg/kg bow.
to one female rat. If this dose causes death, a lower dose selected from the ones specified in the
Guideline {i.e. 5, 50, 300, and 2000 mg/kg b.w.) will be used. On the grounds of the results obtained in
this way. an appropriate decision will be made. It will concern either the initial dose for the main study
or the termination of the experiment (in case of death caused by the lowest dose used in the sighting
study, i.e. 5 mg/kg b.w.).

The next doses will be given to individual animals according to the scheme of the sighting study
presented in the Standard Operating Procedure SOP/T/20.

A period of at least 24 hours will be allowed between the dosing of each animal.

After the administration of the test item, all animals will be observed for 14 days.

5.5.2. Main study
5.5.2.1. Introduction

On the grounds of the results obtained in the sighting study. the main study will be conducted

according to the procedure described below.

5.5.2.2. Design of the study

The test item at a fixed dose selected on the grounds of the sighting study results will be given to
a group of 5 animals {one animal from the sighting study will be included).

After the administration of the initial dose, the study will be conducted in compliance with the scheme
of the main study given in the Standard Operating Procedurs SOP/T/20.

In the main study, the initial dese should lead to some distinct signs of toxicity but not mortality.

The time interval between dosing at each level will be determined by the onset, duration, and severity
of signs of toxicity. The administration of the next dose will be delayed until one is confident of survival
of previously dosed animals. A recommended period is 3-4 days.

After the administration of the test item, all animals will be observed for 14 days.

5.5.3. Administration of the test item

The animals will be fasted for 18-19 hours before the administration of the test item. Drinking water will
be constantly available. Food will be given back 3 hours after the administration of the test item.

The test item at a single doss will be given to the animals using a stomach tube.

In case of all doses, the test item will be given in the form of an agueous emulsion in a constant
volume but at different concentrations. The volume of the emulsion will be equal to 0.5 mL/100 g b.w.

The agueous emulsion of the test item will be prepared shortly before the administration.
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6. PARAMETERS, DATES, AND THE SCOPE OF EXAMINATIONS
6.1. Clinical observations of the animals

These observations will comprise the evaluation of general condition of the animals and detailed
clinical observations [SOP/T/45].

The evaluation of general condition of the animals, i.e. the observation of all animals for morbidity and
mortality will be conducted twice a day or once a day (on days off).

The detailed clinical observations taking place on the administration day (day 0) will be performed 10,
30, and 60 minutes after the administration and then at hourly intervals up to the 5" hour after the
administration. From the 1% to the 14" day of the experiment, they will be performed once a day. The
observations will focus on skin, fur, eye, and mucosa changes, the respiratory, circulatory,

and autonomous and central nervous systems, somatic activity, and behaviour [SQP/T/20].

6.2. Body weights of the animals

Body weights of the animals will be determined on days 0 (directly before the administration of the test
item}, 7, and 14 (before suthanasia) [SOP/T/20].

6.3. Gross examinations

All rats which die accidently during the experiment will be subjected to a gress examination
[SOPIT1]. After the experiment, all animals which survive will be euthanized by intraperitoneal
administration of morbital at a dose of 200 mg/kg bow. [SOP/T/39] and subjected to the gross
examination as well [SOP/T/M0]. The detailed gross examination will focus on the external body
surface, all natural apertures, and the cranial, thoracic, and abdominal cavities with their contents
[SOR/P/A].

7. FINAL REPORT

The Sponsor will receive the original Final Report in Polish and English, its elsctronic copy,

and legalized copies of all raw data.

The Final Report will be comprised of the following elements:
signatures of the staff responsible for the course of the study,
statement of the Quality Assurance Unit on compliance with the principles of Good Laboratory
Practice (GLP)

archiving of all documents and the archival sample of the test item,

aim of the study, procedures,
starting and ending dates of the study,
starting and ending dates of the experimeant,

description of the test itam,
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description of the test animals (species, number, age, sex, source, housing conditions, dist,
and water),

precise descriptions of the study design and course,

study conditions (preparation of the animals, administration of the test item, parameters,
and the scope of examinations),
study results (a list of suitable data depending on a dose, i.e. the number of animals with clinical
signs/dead animals, types, intensity, and duration of all signs, the animals’ body weights,
and gross changes),

deviations from the Study Plan,

copy of the Statement of GLP Compliance,

copy of the Resolution of the Local Ethical Committee for Animal Experimentation,

copy of the Certificate of Analysis of the test item,

detailed clinical observations of animals — grading of clinical signs,

copy of the Study Plan.

8. ARCHIVING

The following documents coded as PO-28/13 will be archived in the Archives of Study Documentation
and Samples (PAD) at the Institute of Industrial Organic Chemistry, Branch Pszczyna,
Doswiadczalna 27, 43-200 Pszczyna, Poland for 10 years after the end of the study [SOP/T/34,
SOP/PB/2]:

raw data,

documentation generated by the Quality Assurance Unit,

application for approval and the Resolution of the Local Ethical Committes for Animal

Experimentation,

correspondence with the Sponsor,

legalized copy of the Study Plan,

legalized copy of the Final Report.

After the archiving period, these documents will be submitted to the Sponsor or destroyed (in
consultation with the Sponsor).

The archival sample of the test item will be kept in the Department of Test ltem at the Institute of
Industrial Organic Chemistry, Branch Pszczyna, Doswiadczalna 27, 43-200 Pszczyna, Poland till the
end of itz validity period {i.e. May 21, 2018) [SOP/PB/1].

9. CHANGES IN THE STUDY PLAN

The Study Director can introduce some changes to this Study Plan; however, the Sponser's consent is
obligatory. All proposed changes will take the form of written annexes to the Study Plan containing

precise descriptions of these changes and their reasons. All annexes to the Study Plan will be dated
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