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1. SUMMARY 
 
 
The single-dose oral toxicity of CH2 Mild 1906 was performed according to the acute 
toxic class method (OECD 423 and Commission Regulation (EC) NO 440/2008 of 30 
May 2008, B.1.Tris) in CRL:(WI) rats. 
 
Two groups of three female CRL:(WI) rats were treated with the test item at a dose 
level of 2000 mg/kg bw (Group 1 and Group 2). 
 
Initially, three females (Group 1) were treated at a dose level of 2000 mg/kg bw. As no 
mortality was observed, a confirmatory group (Group 2) was treated at the same dose 
level. No mortality was observed in the confirmatory group, therefore no further 
testing was required according to OECD 423 and Commission Regulation (EC) NO 
440/2008 of 30 May 2008, B.1.Tris. 
 
A single oral treatment was carried out by gavage for each animal after an overnight 
food withdrawal. Food was made available again 3 hours after the treatment. The test 
item was administered formulated in Distilled water at a concentration of  
200 mg/mL at a dosing volume of 10 mL/kg bw. 
 

Clinical observations were performed at 30 minutes, 1, 2, 3, 4 and 6 hours after dosing 
and daily for 14 days thereafter. Body weight was measured on Days -1, 0 and 7 and 
before necropsy. All animals were subjected to a necropsy and a macroscopic 
examination. 
 
Results 
 
Mortality 
 
CH2 Mild 1906 did not cause mortality at a dose level of 2000 mg/kg bw. 
 
Clinical observations 
 
Treatment with CH2 Mild 1906 did not cause any clinical signs during the 14 days 
observation period. (Appendix 1) 
 
Body weight and body weight gain 
 
Body weight gains of CH2 Mild 1906 treated animals during the study showed no 
indication of a test item-related effect. (Appendix 2) 
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Macroscopic Findings 
 
No macroscopic observations were noted at a dose level of 2000 mg/kg bw. 
(Appendix 3 and 4) 
 
 
 
Conclusion: 
 
 
Under the conditions of this study, the acute oral LD50 value of the test item  
CH2 Mild 1906 was found to be above 2000 mg/kg bw in female CRL:(WI) rats. 
 
 
According the GHS criteria, CH2 Mild 1906 can be ranked as "Unclassified" for 
acute oral exposure. 
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2. INTRODUCTION 
 
 
The objective of the study was to assess the toxicity of test item CH2 Mild 1906 when 
administered as a single oral gavage dose to rats. The results of the study allow the test 
item to be ranked according to most classification systems currently used. 
 
 

2.1. STUDY SCHEDULE  
 
 
Experimental Starting Date  25 October 2011 
Experimental Completion Date  09 November 2011 
Reception of Animals   13 October 2011 
 
 
Treatment  25 October 2011 
  (females no. 9389, 9390, 9391) 

26 October 2011 
(females no. 9392, 9393, 9394) 

 
 
Observation  25 October – 08 November 2011 

(females no. 9389, 9390, 9391) 

26 October – 09 November 2011 
(females no. 9392, 9393, 9394) 

 
 
Necropsy 08 November 2011 (females no. 9389, 9390, 9391) 

09 November 2011 (females no. 9392, 9393, 9394) 
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3.4. OBSERVATIONS 
 
 

3.4.1. Clinical Observations 
 
 
Clinical observations were performed on all animals at 30 minutes, 1, 2, 3, 4 and 6 
hours after dosing and daily for 14 days thereafter. Individual observations were 
performed on the skin, fur, eyes, mucous membranes, respiratory, circulatory, 
autonomic and central nervous system, somatomotor activity and behaviour pattern. 
Particular attention was directed to observation of tremors, convulsions, salivation, 
diarrhoea, lethargy, sleep and coma. 
 
 

3.4.2. Body Weight Measurement 
 
 
The body weight was recorded on the day before treatment (Day -1), on the day of the 
treatment (Day 0) and weekly after. 
 
 

3.5. NECROPSY 
 
 
Macroscopic examination was performed on all animals. The animals were sacrificed 
by exsanguination under pentobarbital anaesthesia (Euthasol® 40 %; Lot: 11B15 6; 
Expiry date: January 2014; Produced by: AST Beheer B.V. Oudewater Netherlands 
(Produlab Pharma, Raamsdonksveer)). After examination of the external appearance, 
the cranial, thoracic and the abdominal cavities were opened and the organs and the 
tissues were observed. Macroscopic abnormalities were recorded. 
 
 

3.6. EVALUATION OF THE RESULTS 
 
 
The method used was not intended to allow the calculation of a precise LD50 value. 
 
The test item was ranked into categories of Globally Harmonized Classification 
System (GHS) described in the OECD Guideline No. 423.  
 
Clinical signs, body weight, body weight gain and gross macroscopic data were 
tabulated. 
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APPENDIX 1: 

 
CLINICAL OBSERVATIONS 

 
 
 
 

DOSE LEVEL: 2000 mg/kg bw, Treatment on Day 0 SEX: FEMALE

30' 1h 2h 3h 4h 6h
9389 Symptom Free + + + + + + + 20/20
9390 Symptom Free + + + + + + + 20/20
9391 Symptom Free + + + + + + + 20/20
9392 Symptom Free + + + + + + + 20/20
9393 Symptom Free + + + + + + + 20/20
9394 Symptom Free + + + + + + + 20/20

+ =  present
h =  hour (s)
Frequency of observation = number of occurence of observation / total number of 
observations

Frequency0
1-14

Remarks:

Observations
Observation days

Cage No. Animal 
Number

' = second

1

2
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APPENDIX 2: 

 
BODY WEIGHT DATA 

 
 
 
 

DOSE LEVEL: 2000 mg/kg bw, Treatment on Day 0 SEX: FEMALE

-1 0 7 14 -1-0 0-7  7- 14 -1 - 14
9389 237 216 258 265 -21 42 7 28
9390 233 216 247 247 -17 31 0 14
9391 234 212 241 259 -22 29 18 25
9392 211 204 233 236 -7 29 3 25
9393 218 205 234 254 -13 29 20 36
9394 225 208 244 262 -17 36 18 37

226.3 210.2 242.8 253.8 -16.2 32.7 11.0 27.5
10.2 5.3 9.2 10.8 5.5 5.3 8.7 8.5

Body Weight Gain (g)
DaysCage 

No. Animal No.
Body weight (g)

1

2

Mean:
Standard deviation:  
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APPENDIX 3: 

 
NECROPSY FINDINGS 

 
 
 
 

DOSE LEVEL: 2000 mg/kg bw, Treatment on Day 0 SEX: FEMALE
Cage 
No.

Animal 
ID

Necropsy 
Day External Observations Internal Observations Organ/Tissue

9389 Day 14 No external observations recorded No internal observations recorded Not applicable

9390 Day 14 No external observations recorded No internal observations recorded Not applicable

9391 Day 14 No external observations recorded No internal observations recorded Not applicable

9392 Day 14 No external observations recorded No internal observations recorded Not applicable

9393 Day 14 No external observations recorded No internal observations recorded Not applicable

9394 Day 14 No external observations recorded No internal observations recorded Not applicable

2

1
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APPENDIX 5: 

 
CONTENTS OF THE DIET 

 
 
 
 

SSNIFF® SM R/M-Z+H COMPLETE DIET FOR RATS AND MICE 
 
 
Batch number:  683 5949 
Expiry date:  January 2012 
 
 
Crude protein  19.00 % 
Crude fat  3.50 % 
Crude fibre  3.60 % 
Crude Ash  6.50 % 
 
Lysine  1.10 % 
Methionine  0.56 % 
 
Calcium  1.00 % 
Sodium  0.20 % 
Magnesium  0.22 % 
Phosphorus  0.70 % 
 
Vitamin A  25000 IU 
Vitamin D3  1000 IU 
Vitamin E  125 mg/kg 
 

 
 
 
 

These data are standard and guaranteed values provided by the supplier. 
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