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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.j. Tomasz i Paweğ 

świňtosğawscy; MoŦdzierzowc·w 6a, 43-602 Jaworzno, Poland. 

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): ĂAcute oral toxicity ï fixed dose methodò [1], the EU Method 

B.1.BIS.: ĂAcute oral toxicity ï fixed dose procedureò [2], and the Standard Operating Procedure 

SOP/T/20: ĂAcute oral toxicity study ï fixed dose methodò. The study was conducted in compliance 

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]. 

I hereby declare that the study was performed under my supervision and in accordance with the 

described procedures. I 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. I 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. I bear the 

responsibility for the technical conduct of the study, the interpretation, analysis, and documentation of 

the results, and the Report. 

 

 
 

 
 
 
 
 
 
 
 



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

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

Page 7/50 

 
 

INVESTIGATORS, AUTHORS 

 

 

 

 

 

 

 

 

 



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

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

Page 8/50 

 

 

STATEMENT OF THE QUALITY ASSURANCE UNIT 

 

Study title:  FREEZE: Acute Oral Toxicity Study on Rats ï Fixed Dose Method 

Study code:    PO-28/13 

Inspected test facility unit: Department of Toxicological Studies 

 
 

To fulfil the requirements of GLP, the following inspections were conducted: 
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Number of the 
inspection 
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Date of the 
inspection 

Date of the 
inspection 
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the study 
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Date of the 
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the head of the 
test facility 
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study 

2/PO-28/13 22.01.2014 22.01.2014 22.01.2014 

 
Draft Report 

 
3/PO-28/13 

 
26.02.2014 26.02.2014 26.02.2014 

 
Final Report 

 
4/PO-28/13 

 
25.03.2014 25.03.2014 25.03.2014 

 
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. 
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43-200 Pszczyna for ten years [SOP/T/34, SOP/PB/2]: 

- raw data, correspondence with the Sponsor,  

- legalized copies of the Study Plan and the Final Report, 

- documentation generated by the Quality Assurance Unit. 
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compliant with the principles of GLP and the quality system at the Institute of Industrial Organic 
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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 

University in Biağystok kept behind the breeding barrier 

 

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 
the test item 
(mg/kg b.w.) 

2000 2000 

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 ï according to the Globally Harmonized System (GHS), 

 - agents which are beyond categorization ï 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. 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 



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

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

Page 13/50 

 

 

 
1. AIM OF THE STUDY 

As far as the assessment of a test itemôs toxic properties is concerned, an acute oral toxicity study is 

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 test item ï FREEZE ï 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 

Biağystok kept behind 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 

Medical University in Biağystok confirmed the animalsô 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:     19 ï 23 ÁC 

- relative air humidity:    35 ï 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 animalsô sex and numbers 

[SOP/T/20]. 

3.2.3. Food and water 

The animals were given ad libitum access to the ñMurigranò standard granulated laboratory fodder 

produced by Wytw·rnia Koncentrat·w i Mieszanek Paszowych AGROPOL, Motycz and drinking tap 

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 aqueous emulsion contained 400 mg of 

the test item. The aqueous 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 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 aqueous contained 400 

mg of the test item. The aqueous 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
th
 hour after 

the administration. From the 1
st
 to the 14

th
 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 21 ï 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 21 ï 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 23 ï 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 21 ï 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 ï according to the Globally Harmonized System (GHS), 

 - agents which are beyond categorization ï 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. 
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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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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/T/7  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 ï 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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Table 1 ï Clinical signs ï overall list. 

Dose 
(mg/kg b.w.) 

Day after 
administration 

Number 
of living 
animals 

Animal No. 

1* 2 3 4 5 

2000 

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 
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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Table 2 ï Body weights of the animals (g) ï overall list. 

 

Dose 

 (mg/kg b.w.) 

Animal 

No. 

Day of experiment 
/ 

Body weight (g) 
Body weight 

gain (g) 

(0Ÿ14) 
 

0 

 

7 

 

14 

2000 

1* 

2 

3 

4 

5 

178 

192 

188 

198 

199 

210 

216 

213 

219 

221 

219 

229 

222 

235 

238 

41 

37 

34 

37 

39 

 

*  the female from the sighting study 
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INDIVIDUAL DATA SHEET NO. 1 

 
Test item name: FREEZE 

Study type: Acute toxicity study ï 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: 22.01.2014.; 9

00 
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 (g): 

Day of experiment 0 7 14 

Body weight 178 210 219 
 

Detailed clinical signs: 

Parameter 
day 0 of observation 

10ô 30ô 1h 2h 3h 4h 5h 

Locomotor 
system, 

behaviour, 
reactions to 

stimuli 

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 
movement-clonic 

0 0 0 0 0 0 0 

5. Involuntary 
movement-tonic 

0 0 0 0 0 0 0 

6.Reaction to being 
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 

Skin and hair 

1. Skin colour 0 0 0 0 0 0 0 

2. Edema 0 0 0 0 0 0 0 

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 

Eyes and 
eyelids 

1. Ocular discharge 0 0 0 0 0 0 0 

2. Exophthalmos 0 0 0 0 0 0 0 

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 

Respiratory 
system 

1. Respiration 0 0 0 0 0 0 0 

2. Discharge from the 
nostrils 

0 0 0 0 0 0 0 

3. Other 0 0 0 0 0 0 0 

Digestive 
system 

1. Salivation 0 0 0 0 0 0 0 

2. Diarrhea 0 0 0 0 0 0 0 

3. Bleeding from the 
anus 

0 0 0 0 0 0 0 

4. Other 0 0 0 0 0 0 0 

Urinary 
system 

1. Urination 0 0 0 0 0 0 0 

2. Hematuria 0 0 0 0 0 0 0 

3. Other 0 0 0 0 0 0 0 

Reproductive 
system 

1. Pathological 
discharge  from the 
reproductive tract 

0 0 0 0 0 0 0 

2. Other 0 0 0 0 0 0 0 



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

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

Page 22/50 

 
 

INDIVIDUAL DATA SHEET NO. 1 CONT. 

 
Test item name: FREEZE 

Study type: Acute toxicity study ï 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

00 
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 

1 2 3 4 5 6 7 8 9 10 11 12 13 14 

Locomotor 
system, 

behaviour, 
reactions to 

stimuli 

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 

4. Involuntary movement-
clonic 

0 0 0 0 0 0 0 0 0 0 0 0 0 0 

5. Involuntary movement-
tonic 

0 0 0 0 0 0 0 0 0 0 0 0 0 0 

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 

Skin and hair 

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 

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 

Eyes and 
eyelids 

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 

3. Corneal opacity 0 0 0 0 0 0 0 0 0 0 0 0 0 0 

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 

Respiratory 
system 

1. Respiration 0 0 0 0 0 0 0 0 0 0 0 0 0 0 

2. Discharge from the 
nostrils 

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 

Digestive 
system 

1. Salivation 0 0 0 0 0 0 0 0 0 0 0 0 0 0 

2. Diarrhea 0 0 0 0 0 0 0 0 0 0 0 0 0 0 

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 

Urinary 
system 

1. Urination 0 0 0 0 0 0 0 0 0 0 0 0 0 0 

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 

Reproductive 
system 

1. Pathological discharge  
from the reproductive tract 

0 0 0 0 0 0 0 0 0 0 0 0 0 0 

2. Other 0 0 0 0 0 0 0 0 0 0 0 0 0 0 

 
 

Gross changes: not stated 
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INDIVIDUAL DATA SHEET NO. 2 

 
Test item name: FREEZE 

Study type: Acute toxicity study ï 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

23 
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 (g): 

Day of experiment 0 7 14 

Body weight 192 216 229 

 
Detailed clinical signs: 

Parameter 
day 0 of observation 

10ô 30ô 1h 2h 3h 4h 5h 

Locomotor 
system, 

behaviour, 
reactions to 

stimuli 

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 
movement-clonic 

0 0 0 0 0 0 0 

5. Involuntary 
movement-tonic 

0 0 0 0 0 0 0 

6.Reaction to being 
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 

Skin and hair 

1. Skin colour 0 0 0 0 0 0 0 

2. Edema 0 0 0 0 0 0 0 

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 

Eyes and 
eyelids 

1. Ocular discharge 0 0 0 0 0 0 0 

2. Exophthalmos 0 0 0 0 0 0 0 

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 

Respiratory 
system 

1. Respiration 0 0 0 0 0 0 0 

2. Discharge from the 
nostrils 

0 0 0 0 0 0 0 

3. Other 0 0 0 0 0 0 0 

Digestive 
system 

1. Salivation 0 0 0 0 0 0 0 

2. Diarrhea 0 0 0 0 0 0 0 

3. Bleeding from the 
anus 

0 0 0 0 0 0 0 

4. Other 0 0 0 0 0 0 0 

Urinary 
system 

1. Urination 0 0 0 0 0 0 0 

2. Hematuria 0 0 0 0 0 0 0 

3. Other 0 0 0 0 0 0 0 

Reproductive 
system 

1. Pathological 
discharge  from the 
reproductive tract 

0 0 0 0 0 0 0 

2. Other 0 0 0 0 0 0 0 
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INDIVIDUAL DATA SHEET NO. 2 CONT. 

 
Test item name: FREEZE 

Study type: Acute toxicity study ï 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

23 
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 

1 2 3 4 5 6 7 8 9 10 11 12 13 14 

Locomotor 
system, 

behaviour, 
reactions to 

stimuli 

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 

4. Involuntary movement-
clonic 

0 0 0 0 0 0 0 0 0 0 0 0 0 0 

5. Involuntary movement-
tonic 

0 0 0 0 0 0 0 0 0 0 0 0 0 0 

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 

Skin and hair 

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 

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 

Eyes and 
eyelids 

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 

3. Corneal opacity 0 0 0 0 0 0 0 0 0 0 0 0 0 0 

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 

Respiratory 
system 

1. Respiration 0 0 0 0 0 0 0 0 0 0 0 0 0 0 

2. Discharge from the 
nostrils 

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 

Digestive 
system 

1. Salivation 0 0 0 0 0 0 0 0 0 0 0 0 0 0 

2. Diarrhea 0 0 0 0 0 0 0 0 0 0 0 0 0 0 

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 

Urinary 
system 

1. Urination 0 0 0 0 0 0 0 0 0 0 0 0 0 0 

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 

Reproductive 
system 

1. Pathological discharge  
from the reproductive tract 

0 0 0 0 0 0 0 0 0 0 0 0 0 0 

2. Other 0 0 0 0 0 0 0 0 0 0 0 0 0 0 

 

Gross changes: not stated 
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INDIVIDUAL DATA SHEET NO. 3 

Test item name: FREEZE 

Study type: Acute toxicity study ï 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

23 
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 (g): 

Day of experiment 0 7 14 

Body weight 188 213 222 

 
Detailed clinical signs: 

Parameter 
day 0 of observation 

10ô 30ô 1h 2h 3h 4h 5h 

Locomotor 
system, 

behaviour, 
reactions to 

stimuli 

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 
movement-clonic 

0 0 0 0 0 0 0 

5. Involuntary 
movement-tonic 

0 0 0 0 0 0 0 

6.Reaction to being 
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 

Skin and hair 

1. Skin colour 0 0 0 0 0 0 0 

2. Edema 0 0 0 0 0 0 0 

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 

Eyes and 
eyelids 

1. Ocular discharge 0 0 0 0 0 0 0 

2. Exophthalmos 0 0 0 0 0 0 0 

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 

Respiratory 
system 

1. Respiration 0 0 0 0 0 0 0 

2. Discharge from the 
nostrils 

0 0 0 0 0 0 0 

3. Other 0 0 0 0 0 0 0 

Digestive 
system 

1. Salivation 0 0 0 0 0 0 0 

2. Diarrhea 0 0 0 0 0 0 0 

3. Bleeding from the 
anus 

0 0 0 0 0 0 0 

4. Other 0 0 0 0 0 0 0 

Urinary 
system 

1. Urination 0 0 0 0 0 0 0 

2. Hematuria 0 0 0 0 0 0 0 

3. Other 0 0 0 0 0 0 0 

Reproductive 
system 

1. Pathological 
discharge  from the 
reproductive tract 

0 0 0 0 0 0 0 

2. Other 0 0 0 0 0 0 0 
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INDIVIDUAL DATA SHEET NO. 3 CONT. 

Test item name: FREEZE 

Study type: Acute toxicity study ï 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

23 
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 

1 2 3 4 5 6 7 8 9 10 11 12 13 14 

Locomotor 
system, 

behaviour, 
reactions to 

stimuli 

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 

4. Involuntary movement-
clonic 

0 0 0 0 0 0 0 0 0 0 0 0 0 0 

5. Involuntary movement-
tonic 

0 0 0 0 0 0 0 0 0 0 0 0 0 0 

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 

Skin and hair 

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 

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 

Eyes and 
eyelids 

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 

3. Corneal opacity 0 0 0 0 0 0 0 0 0 0 0 0 0 0 

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 

Respiratory 
system 

1. Respiration 0 0 0 0 0 0 0 0 0 0 0 0 0 0 

2. Discharge from the 
nostrils 

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 

Digestive 
system 

1. Salivation 0 0 0 0 0 0 0 0 0 0 0 0 0 0 

2. Diarrhea 0 0 0 0 0 0 0 0 0 0 0 0 0 0 

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 

Urinary 
system 

1. Urination 0 0 0 0 0 0 0 0 0 0 0 0 0 0 

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 

Reproductive 
system 

1. Pathological discharge  
from the reproductive tract 

0 0 0 0 0 0 0 0 0 0 0 0 0 0 

2. Other 0 0 0 0 0 0 0 0 0 0 0 0 0 0 

 

Gross changes: not stated 
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INDIVIDUAL DATA SHEET NO. 4 

Test item name: FREEZE 

Study type: Acute toxicity study ï 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

23 
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 (g): 

Day of experiment 0 7 14 

Body weight 198 219 235 

 
Detailed clinical signs: 

Parameter 
day 0 of observation 

10ô 30ô 1h 2h 3h 4h 5h 

Locomotor 
system, 

behaviour, 
reactions to 

stimuli 

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 
movement-clonic 

0 0 0 0 0 0 0 

5. Involuntary 
movement-tonic 

0 0 0 0 0 0 0 

6.Reaction to being 
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 

Skin and hair 

1. Skin colour 0 0 0 0 0 0 0 

2. Edema 0 0 0 0 0 0 0 

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 

Eyes and 
eyelids 

1. Ocular discharge 0 0 0 0 0 0 0 

2. Exophthalmos 0 0 0 0 0 0 0 

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 

Respiratory 
system 

1. Respiration 0 0 0 0 0 0 0 

2. Discharge from the 
nostrils 

0 0 0 0 0 0 0 

3. Other 0 0 0 0 0 0 0 

Digestive 
system 

1. Salivation 0 0 0 0 0 0 0 

2. Diarrhea 0 0 0 0 0 0 0 

3. Bleeding from the 
anus 

0 0 0 0 0 0 0 

4. Other 0 0 0 0 0 0 0 

Urinary 
system 

1. Urination 0 0 0 0 0 0 0 

2. Hematuria 0 0 0 0 0 0 0 

3. Other 0 0 0 0 0 0 0 

Reproductive 
system 

1. Pathological 
discharge  from the 
reproductive tract 

0 0 0 0 0 0 0 

2. Other 0 0 0 0 0 0 0 
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INDIVIDUAL DATA SHEET NO. 4 CONT. 

Test item name: FREEZE 

Study type: Acute toxicity study ï 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

23 
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 

1 2 3 4 5 6 7 8 9 10 11 12 13 14 

Locomotor 
system, 

behaviour, 
reactions to 

stimuli 

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 

4. Involuntary movement-
clonic 

0 0 0 0 0 0 0 0 0 0 0 0 0 0 

5. Involuntary movement-
tonic 

0 0 0 0 0 0 0 0 0 0 0 0 0 0 

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 

Skin and hair 

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 

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 

Eyes and 
eyelids 

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 

3. Corneal opacity 0 0 0 0 0 0 0 0 0 0 0 0 0 0 

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 

Respiratory 
system 

1. Respiration 0 0 0 0 0 0 0 0 0 0 0 0 0 0 

2. Discharge from the 
nostrils 

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 

Digestive 
system 

1. Salivation 0 0 0 0 0 0 0 0 0 0 0 0 0 0 

2. Diarrhea 0 0 0 0 0 0 0 0 0 0 0 0 0 0 

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 

Urinary 
system 

1. Urination 0 0 0 0 0 0 0 0 0 0 0 0 0 0 

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 

Reproductive 
system 

1. Pathological discharge  
from the reproductive tract 

0 0 0 0 0 0 0 0 0 0 0 0 0 0 

2. Other 0 0 0 0 0 0 0 0 0 0 0 0 0 0 

 

Gross changes: not stated 
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INDIVIDUAL DATA SHEET NO. 5 

Test item name: FREEZE 

Study type: Acute toxicity study ï 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

23 
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 0 of observation 

10ô 30ô 1h 2h 3h 4h 5h 

Locomotor 
system, 

behaviour, 
reactions to 

stimuli 

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 
movement-clonic 

0 0 0 0 0 0 0 

5. Involuntary 
movement-tonic 

0 0 0 0 0 0 0 

6.Reaction to being 
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 

Skin and hair 

1. Skin colour 0 0 0 0 0 0 0 

2. Edema 0 0 0 0 0 0 0 

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 

Eyes and 
eyelids 

1. Ocular discharge 0 0 0 0 0 0 0 

2. Exophthalmos 0 0 0 0 0 0 0 

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 

Respiratory 
system 

1. Respiration 0 0 0 0 0 0 0 

2. Discharge from the 
nostrils 

0 0 0 0 0 0 0 

3. Other 0 0 0 0 0 0 0 

Digestive 
system 

1. Salivation 0 0 0 0 0 0 0 

2. Diarrhea 0 0 0 0 0 0 0 

3. Bleeding from the 
anus 

0 0 0 0 0 0 0 

4. Other 0 0 0 0 0 0 0 

Urinary 
system 

1. Urination 0 0 0 0 0 0 0 

2. Hematuria 0 0 0 0 0 0 0 

3. Other 0 0 0 0 0 0 0 

Reproductive 
system 

1. Pathological 
discharge  from the 
reproductive tract 

0 0 0 0 0 0 0 

2. Other 0 0 0 0 0 0 0 
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INDIVIDUAL DATA SHEET NO. 5 CONT. 
 

Test item name: FREEZE 

Study type: Acute toxicity study ï 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

23 
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 

1 2 3 4 5 6 7 8 9 10 11 12 13 14 

Locomotor 
system, 

behaviour, 
reactions to 

stimuli 

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 

4. Involuntary movement-
clonic 

0 0 0 0 0 0 0 0 0 0 0 0 0 0 

5. Involuntary movement-
tonic 

0 0 0 0 0 0 0 0 0 0 0 0 0 0 

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 

Skin and hair 

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 

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 

Eyes and 
eyelids 

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 

3. Corneal opacity 0 0 0 0 0 0 0 0 0 0 0 0 0 0 

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 

Respiratory 
system 

1. Respiration 0 0 0 0 0 0 0 0 0 0 0 0 0 0 

2. Discharge from the 
nostrils 

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 

Digestive 
system 

1. Salivation 0 0 0 0 0 0 0 0 0 0 0 0 0 0 

2. Diarrhea 0 0 0 0 0 0 0 0 0 0 0 0 0 0 

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 

Urinary 
system 

1. Urination 0 0 0 0 0 0 0 0 0 0 0 0 0 0 

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 

Reproductive 
system 

1. Pathological discharge  
from the reproductive tract 

0 0 0 0 0 0 0 0 0 0 0 0 0 0 

2. Other 0 0 0 0 0 0 0 0 0 0 0 0 0 0 

 

Gross changes: not stated 

 

 

 

 

 



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

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

Page 31/50 

 
 

 
Appendix 1. Copy of the Resolution of the Local Ethical Committee in Katowice. 
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Appendix 2. Copy of the Statement of GLP Compliance. 
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Appendix 3. Detailed clinical observations of animals ï grading of clinical signs. 

 
 

I. LOCOMOTOR SYSTEM, BEHAVIOUR, REACTIONS TO STIMULI 

1. Body posture 

0 ï no changes 

1 ï rounded back 

2 ï animal lies on one side 

3 ï animal lies on its abdomen 

4 ï animal turns around when it is held by its tail 

2. Gait 

0 ï 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) 

1 ï wavering gait 

2 ï paresis of the hindlimbs (animal drags its hindlimbs) 

3 ï animal lies inertly 

3. Locomotor activity 

0 ï no changes 

1 ï slight decrease 

2 ï distinct decrease 

3 ï slight increase 

4 ï distinct increase 

5 ï no movement 

4. Involuntary movement ï clonic (fast muscle spasms occurring one after another) 

0 ï none (no changes) 

1 ï tremors 

2 ï seizures 

5. Involuntary movement ï tonic (long-lasting muscle tension) 

0 ï none (no changes) 

1 ï stated 

6. Reaction to being caught 

0 ï no changes (easy, normal, no resistance) 

1 ï very easy (animal sits or lies; it allows one to pick it up and take away) 

2 ï difficult (animal crouches down and becomes numb or runs around; it is difficult to catch) 

3 ï very difficult (animal attacks) 

7. Vocalization 

0 ï none (no changes) 

1 ï stated 
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8. Reaction to sound stimuli (knocking on the cage side or ground when the animal is out) 

0 ï normal (no changes) 

1 ï decreased reaction (dejection) 

2 ï increased reaction (hyperexcitability) 

3 ï no reaction 

9. Other: 

0 ï none (no changes) 

     1 ï stated 

 

II. SKIN AND HAIR 

1. Skin colour 

0 ï normal (no changes) 

1 ï erythema 

2 ï pallor 

3 ï lividity 

2. Oedema 

0 ï none (no changes) 

1 ï stated 

3. Epidermis 

0 ï no changes 

1 ï desquamation 

4. Hair/Coat 

0 ï no changes 

1 ï bristled coat 

2 ï thinning 

3 ï alopecia 

5. Skin changes 

0 ï no changes 

1 ï scab or scabs 

2 ï abscess 

3 ï bump 

4 ï dryness 

6. Other 

0 ï none (no changes) 

     1 ï stated 
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III. EYES AND EYELIDS 

1. Excretion from the eyes 

0 ï none (no changes) 

1 ï lacrimation 

2 ï discharge with blood 

3 ï porphyrin deposition around the eyes (ñred tearsò) 

2. Exophthalmos 

0 ï none (no changes) 

1 ï stated 

3. Corneal opacity 

0 ï none (no changes) 

1 ï stated 

4. Closure of the eyelids 

0 ï open (no changes) 

1 ï closed 

5. Other 

0 ï none (no changes) 

     1 ï stated 

 

IV. RESPIRATORY SYSTEM 

1. Respiration 

0 ï normal (no changes) 

1 ï respiratory murmurs 

2 ï accelerated respiration 

3 ï difficult respiration 

2. Discharge from the nostrils 

0 ï none (no changes) 

1 ï mucous 

2 ï purulent 

3 ï with blood 

4 ï porphyrin deposition around the nostrils 

3. Other 

0 ï none (no changes) 

     1 ï stated 
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V. DIGESTIVE SYSTEM 

1. Salivation 

0 ï none (no changes) 

1 ï moisture around the snout 

2 ï saliva flows from the snout 

2. Diarrhea 

0 ï none (no changes) 

1 ï stated 

3. Bleeding from the anus 

0 ï none (no changes) 

1 ï stated 

4. Other 

0 ï none (no changes) 

     1 ï stated 

VI. URINARY SYSTEM 

1. Urination 

0 ï none (no changes) 

1 ï stated 

2. Hematuria 

0 ï none (no changes) 

1 ï stated 

3. Other 

0 ï none (no changes) 

     1 ï stated 

 

VII. REPRODUCTIVE SYSTEM 

1. Pathological discharge from the reproductive tract 

0 ï none (no changes) 

1 ï stated 

2. Other 

0 ï none (no changes) 

     1 ï stated 
 

 

 

 

 

 

 

 



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

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

Page 37/50 

 
 

Appendix 4. Legalized copy of the Study Plan. 
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