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Action Requested: Review of the Registrant's Response
fo the Previous Review Comments Concerning the In-Vitro
Cytogenetic Assay with Azinphos-Methyl in the Human
Lymphocyte Culture (TB MEMO 3/14/88 J. Chen)

Registrant's Response: "The dose levels selected for
the definitive study were based on a pilot test. 1In the
pilot test, mitotic activity of cultures treated at 5,
10, 50, 100 and 500 ug/ml was assessed. In the absence
of S9 mix, Azinphos-Methyl caused significantly reduced
mitotic activity at dose levels of 50 ug/ml and above.
Based on these data, 100 ug/ml was selected as the
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highest dose level for the definitive study because this
dose level would "show evidence of ... reduced mitotic
activity" as specified in the guidelines. The results

of the definitive study confirmed thac this dose level

was appropriate because a 72% tveduction in mitotic acti-
vity was observed at this dose level. The lower dose
levels were also appropriate as demonstrated by an 8.2%
reduction in mitotic activity at the mid-dose (10 ug/ml)
and no decreased mitotic activity at the low dose

(1 ug/ml). These data demonstrate that the dose levels
were appropriate and since the without metabolic acti-
vation portion of the study was negative, there is no need
for further testing. On the basis of the above discussion,
we reguest that the Agency reconsiders the acceptability
of the without metabolic activation portion of this study.*

Reviewer's Comments: The provided rationale for choosing the
highest dose level (100 ug/ml; 72% reduction in mitotic acti-
vity) is considered acceptable. We do not believe that

the middle dose level (10 ug/ml) was properly selected for
this study in accordance with the test protocol recommended
by Preston et al. for performing the in-vitro cytogenetic
assay (A Report of Gene-Tox Program for Mammalian In-Vivo

and In-Vitro Cytogenetic Assay, Mutation Research 87: 143~
188, 1981). Preston et al. recommended specifically the fo-
llowing concerning the dose selection for the in-vitro cyto-
genetic studies:

"There should be 3 Jdoses, covering a 10-fold range,
the highest within a factor of 2 of that which gives a signi-~
ficant toxic effect.”

However, because the test material does not indicate any
mutagenic concerns at the dose range from 1 ug/ml to 100
ug/ml in this case, it is unnecessary to repeat the test
with a higher concentration of the middle dose under the
nonactivated system.

Recommendation: The nonactivated study is upgraded to
acceptable. Azinphos-Methyl was not mutagenic in cultured

human lymphocytes at concentrations up to 100 ug/ml without
metabolic activation.
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