
5. Toxicity Id 

Date 12.12.2003 

2386-87-0 

Test substance : as prescribed by 1.1 - 1.4 
Method : In general follows OECD 479 guideline. 

A range-finding study was conducted to determine the maximum dose level 
which would permit survival of at least 50% of the treated cells was based 
on the prescreening test for cytotoxicity performed as part of the CHO 
Mutation test. 

Concentrations of ERL-4221 tested in the definitive study ranged from 
0.00031225 to 0.0100% (by volume). Concentrations tested were 
0.0003125, 0.000625, 0.0012.5, 0.0025, 0.0050 and 0.0100% v/v. 
Negative controls were DMSO at 5 ul/ml and H2O at 5 ul/ml.  Positive 
control was ethylmethanesulfonate (EMS) at 100 ug/ml. CHO cells were 
exposed to ERL-4221 or appropriate controls for 5 hours without S9 
activation. Indirect mutagenic action, required metabolic activation by liver 
S9 homogenate, was not studied because a highly significant positive 
response was obtained without metabolic activation which indicated a 
direct -acting mechanism for this material.  Bromodeoxyuridine (BrdU) 
required to differentiate between the individual 'sister' chromatids by SCE 
staining, was present at a concentration of 3 g/ml in the growth medium 
during treatment and during culture period following exposure. A total of 15 
cells/dose level and 5 dose levels without metabolic activation were 
examined. The number of SCE/cell, mean # of SCE/chromosome and the 
level of statistical significance of the increases above concurrent solvent 
control values were determined. Data was analyzed using parametric 
statistical procedres with Student's t-test. 

Result : ERL-4221 produced statistically significant increases in the SCE frequency 
at 3 of the 6 dose levels tested in the absence of a metabolic activation 
system (Table 1). The increase in the numbers of SCE was dose 
dependent. The test without S9 activation was considered an indication of 
a significant direct mutagenic action of ERL-4221.

 Table 1

 Chinese Hamster Ovary Sister Chromatid Exchange results

 SCE  Mean # 
Test Chemical Conc /Cell SCE/Chromosome 
Without S9 
ERL-4221  0.0003125% 15.53 0.779+/-0.238

 0.000625% 14.67 0.743+/ -0.233
 0.00125% 21.07 1.041+/ -0.316***
 0.0025% 27.67 1.379+/-0.184***
 0.0050% 38.13 1.869+/-0.301***
 0.0100% 11.60 0.626+/-0.212 

DNSO 5 ul/ml 12.13 0.628+/-0.214 
H2O 5 ul/ml 13.33 0.680+/ -0.169 
EMS 100 ul/ml 28.20 1.417+/ -0.242*** 

*** Statistically significant above solvent control, p<0.001 
Reliability : (2) valid with restrictions 
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Type : Unscheduled DNA synthesis 
System of testing : Rat liver cells 
Concentration : 
Cycotoxic conc. : 
Metabolic activation : 
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