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Last year, we reported that hepatic micronuclei (MN)
were inducted induced by single-dose administration of
N-Nitrosopyrrolidine (NPYR) for in adult rats without partial
hepatectomy. This time, MN assay was performed 1, 3, 7 and
21 days after the administration of NPYR in the same condition
as that of previous study in order to investigate the mechanism
on MN induction in the liver. In addition, comet assay and
the chemical analysis of NPYR in the liver were performed.
The results showed that NPYR significantly increased the
frequency of MN at Day 3, 7 and 21. The comet assay showed
positive results at Day 1, 3 and 7 with the highest response at
Day 1, which implied that cells with DNA damage had stayed
in the liver for 7 days after the administration. The chemical
analysis indicated that NPYR almost disappeared except in
the liver given NPYR at Day 1. The persistent DNA damage
more than 7 days by single administration might cause the MN
induction in the liver.
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According to the draft OECD guideline for in vivo comet assay,
it is needed to determine optimum experimental conditions during
the demonstration of proficiency in each laboratory. One of the
experimental conditions to be determined is an acceptable time
length from cell isolation to the start of preparation of specimen.
An example of optimum time length shorter than 1h is given in
the draft guideline. To start preparation of specimen within 1h
in a study evaluating multiple tissues, more people are needed.
If it is possible to prolong the acceptable time length, we could
reduce the number of workers and have enough time to prepare
specimens.

In this study, specimens were prepared within 1 h after cell
isolation, the remainder of cell suspension was divided into two
portions and kept on ice or in a refrigerator, and specimens were
separately prepared 2, 4, 8 and 24 h after cell isolation. The
specimens prepared within 1 h were compared to other specimens
to examine the influence of the storage time on the results of
comet assay. We will report these results in this meeting.
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