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Therefore, concentrations of 100, 50 and 25 pg TOS/mL (a total of three) were chosen for

evaluation in case of the short treatment with metabolic activation, concentrations of 300, 150

and 50 pg TOS/mL (a total of three) were chosen for evaluation in case of the short treatment

without metabolic activation and concentrations of 75, 25 and 12.5 pg TOS/mL (a total of
three) were chosen for evaluation in case of the long treatment without metabolic activation.

The 24-hour treatment without metabolic activation at the concentration of 25 pg TOS/mL
caused a statistically significant increase in the number of micronucleated cells when compared
to the appropriate negative (vehicle) control at p<0.05 level, although the observed values were
within the general historical control range of negative (vehicle) control. Therefore, it was
considered as biologically not relevant, and this experiment is considered to be negative.

Summarized data are shown in Table 8-Table 10 of Appendix 5.
The Slide Reading Report (micronucleus analysis) is presented in Appendix 7.
24.3 Validity of the Study

The tested concentrations in the in vifro micronucleus test were selected based on the results
of the preliminary test. Insolubility and cytotoxicity were detected in Assay 1 and Assay 2. The
evaluated concentration ranges of the main tests were considered to be adequate, as they
covered the range from toxicity to no or little toxicity.

Tree test item concentrations were evaluated in all experiments, this meets the criteria of the
OECD No. 487 guideline. '

The spontaneous frequency of micronucleated cells of the negative (vehicle) controls in the
performed experiments were within the acceptable range.

In the performed experiments, the positive control substances (Cyclophosphamide in the
experiment with metabolic activation; Mitomycin C and Colchicine in the experiments without
metabolic activation) caused the expected statistically significant increase in the number of
micronucleated cells (Table 8-Table 10 of Appendix 5) demonstrating the sensitivity of the test
system in each assay.

Historical control data are presented in Appendix 6.
The study is therefore considered to be valid.
25.  CONCLUSION

The test item was tested for potential genotoxic activity using the in vitro micronucleus test in
mammalian cells. The study included a preliminary test for dose selection and two main tests.

The performed experiments were considered to be valid and to reflect the real potential of the
test item to cause cytogenetic damage in the cultured mouse lymphoma L5178Y TK™3.7.2C
cells used in this study.

The 24-hour treatment without metabolic activation at the concentration of 25 pg TOS/mL
caused a statistically significant increase in the number of micronucleated cells when compared
to the appropriate negative (vehicle) control at p<0.05 level, although the observed values were
within the general historical control range of negative (vehicle) control.

In conclusion, AC-Oxyrase did not cause statistically and biologically significant
reproducible increases in the frequency of micronucleated mouse lymphoma L5178Y
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TK* 3.7.2 C cells in the performed experiments with and without metabolic activation.
Therefore, under the conditions of this study, AC-Oxyrase is proved not to be genotoxic.
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