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Table A6_6_1-1. A Table for gene mutation assay  

Treatment without S9 mix 
 

Mutant Frequency# 
(Trifluorothymidine-resistant mutants per 106 clonable cells) 

Concen-
tration 
[µg/ml] 

1st trial 
Concen-
tration 
[µg/ml] 

2nd trial 
Concen-
tration 
[µg/ml] 

3rd trial 

Vehicle 
control 

27.6 26.8 Vehicle 
control 

29.1 30.9 Vehicle 
control 

26.2 29.2 

36.5 32.8 25.0 20.5 27.1 29.5 

0.10 31.3 20.8 0.10 23.0 30.1 0.30 50.3 26.6 

0.20 41.7 29.4 0.50 28.4 40.0 0.40 34.2 37.4 

0.25 29.4 21.2 0.60 51.0* 47.8 0.50 35.3 28.6 

0.30 19.1 18.6 0.80 49.3 66.8* 0.60 36.6  

0.40 33.3 32.3 1.00 85.4* 80.3* 0.80 42.6 44.0 

0.50 34.4 29.8 1.20 74.3*  1.00 62.6*  

Positive 
control 

0.25 µl/ml 

 

511.2* 

 

445.7* 

Positive 
control 

0.25 µl/ml 

 

135.6* 

 

127.9* 

Positive 
control 

0.25 µl/ml 

 

527.7* 

 

502.3* 

Positive 
control 

0.40 µl/ml 

 

717.5* 

 

758.8* 

Positive 
control 

0.40 µl/ml 

 

1098.3* 

 

777.0* 

Positive 
control 

0.40 µl/ml 

 

834.8* 

 

969.7* 

 
#Mutant frequency = Total mutant colonies/total viable colonies × 2 × 10-4 

*Mutant frequency exceeded the minimum criterion. 

The minimum criterion is defined as the mutant frequency that is at least 150 % of the concurrent background 
frequency plus 10 × 10-6. 
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Table A6_6_1-1. B Table for gene mutation assay  

Treatment with S9 mix 
 

Mutant Frequency# 
(Trifluorothymidine-resistant mutants per 106 clonable cells) 

Concentration 
[µg/ml] 1st trial Concentration 

[µg/ml] 2nd trial 

Vehicle control 57.0 51.8 Vehicle control 48.6 42.5 

 59.8 76.1  41.1 56.9 

1.0 85.6 78.4 4.0 58.7 51.0 

4.0 97.8 83.2 8.0 72.2 69.1 

6.0 102.9* 81.8 10.0  102.4* 

8.0 109.1* 102.2* 12.0 85.3* 100.6* 

10.0 144.1* 88.1 14.0 120.2* 91.4* 

12.0 140.1* 150.3* 16.0 96.3* 154.1* 

Positive control 

2.5 µg/ml 
249.7* 249.5* 

Positive control 

2.5 µg/ml 
218.6* 209.8* 

Positive control 

4.0 µg/ml 
407.2* 457.0* 

Positive control 

4.0 µg/ml 
254.1* 315.4* 

 
#Mutant frequency = Total mutant colonies/total viable colonies × 2 × 10-4 

*Mutant frequency exceeded the minimum criterion. 

The minimum criterion is defined as the mutant frequency that is at least 150 % of the concurrent background 
frequency plus 10 × 10-6. 
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Table A6_6_1-1.C Table for gene mutation assay  

Treatment without S9 mix 
 

Relative Growth (%) 
(relative suspension growth × relative cloning efficiency/100 ) 

Concen-
tration 
[µg/ml] 

1st trial 
Concen-
tration 
[µg/ml] 

2nd trial 
Concen-
tration 
[µg/ml] 

3rd trial 

Vehicle 
control 

100 100 Vehicle 
control 

100 100 Vehicle 
control 

100 100 

100 100 100 100 100 100 

0.10 73.2 79.4 0.10 58.8 65.9 0.30 65.6 57.6 

0.20 81.2 76.1 0.50 35.0 31.8 0.40 54.4 49.3 

0.25 60.2 63.5 0.60 21.0 25.8 0.50 55.3 51.5 

0.30 40.7 53.5 0.80 16.0 11.2 0.60 49.9  

0.40 40.0 26.3 1.00 9.7 8.7 0.80 31.7 44.7 

0.50 25.2 43.2 1.20 7.6  1.00 19.1  

Positive 
control 

0.25 µl/ml 

 

52.5 

 

62.0 

Positive 
control 

0.25 µl/ml 

 

62.1 

 

88.3 

Positive 
control 

0.25 µl/ml 

 

48.1 

 

45.8 

Positive 
control 

0.40 µl/ml 

 

35.8 

 

32.0 

Positive 
control 

0.40 µl/ml 

 

17.5 

 

23.8 

Positive 
control 

0.40 µl/ml 

 

26.0 

 

22.1 
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Table A6_6_1-1. D Table for gene mutation assay 

Treatment with S9 mix 
 

Relative Growth (%) 
(relative suspension growth × relative cloning efficiency/100 ) 

Concentration 
[µg/ml] 1st trial Concentration 

[µg/ml] 2nd trial 

Vehicle control 100 100 Vehicle control 100 100 

 100 100  100 100 

1.0 77.4 77.9 4.0 61.0 44.6 

4.0 47.0 61.0 8.0 32.0 40.5 

6.0 52.2 50.8 10.0 18.6 18.5 

8.0 35.2 46.5 12.0 20.7 16.3 

10.0 24.3 41.1 14.0 23.1 15.8 

12.0 23.6 13.7 16.0 23.7 15.0 

Positive control 

2.5 µg/ml 
60.9 65.5 

Positive control 

2.5 µg/ml 
51.2 49.9 

Positive control 

4.0 µg/ml 
44.0 30.6 

Positive control 

4.0 µg/ml 
35.3 29.7 
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