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GENETIC TOXICITY IN VITRO (NON-BACTERIAL IN VITRO TEST)
TEST SUBSTANCE
Identity: $ -Alanine (CAS No. 107-95-9)
* Remarks (source): [
Purity: 98.2%
Stored at 4°C in dark until use. Stability during the period of

use was confirmed by HPLC.
METHOD
* Method/guideline: OECD #473
* Type of test: Chromosomal aberration test
GLP: Yes
*  Year (study performed): December 6, 2000 ~ Feb'ruary 16, 2001
Species/Strain: CHL/IU
Metabolic activation:
Species and cell type:

Sprague-Dawley male rat liver homogenates {S9)
Quantity: A volume of 0.92mL/5.5 mL (final concentration: 5%).
Induced or not induced:
Induced with phenobarbital and 5,6-benzoflavone.

* Concentrations tested:
—89: 0, 0.223, 0.446, 0.891 1 g/mL (short term treatment)
+859: 0, 0.223, 0.446, 0.891 £ g/mL (short term treatment)
24 hr: 0, 0,223, 0.446, 0.891 £ gfmL (continuous treatment)
48 hr: 0, 0.223, 0.446, 0.891 £ g/mL (continuous treatment)

+ Statistical methods: No statistical method was followed.

Remarks field for Test Conditions

Test Design:
Procedure ,
In the case of short term treatment without (—S9) and with (+89),
the cells were treated for 6 hrs without and with S9 and cultivated with
fresh medium for 18 hrs, In the case of continuous treatment, the cells
were treated for 24 and 48 hrs without S9.
In the case of confirmation test, the cells were treated for 6 hrs with 89
and cultivated with fresh medium for 24 hrs
Frequency of dosing: One time
Plates/dose: 2
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Negative control:
The solvent, physiological saline was used
Positive controls:
Mitomycin C was used in continuous treatment for 24 hrs and 48 hrs
and also in short term treatment without S9.
B(a)P was used in short term treatment with S9.
Description of confirmation study:
A confirmation test was carried out in short-term treatment with S9
with the recovery period of 24 hr instead of 18 hr to assess whether the
test substance in the presence of S9 increased the chromosomally
aberrant cells by changing the cell proliferation time.
Number of metaphases analyzed: 100 metaphases/plate or specimen
Criteria for evaluating results:
The test substance was judged positive (4) when the incidence of
cells with chromosomally aberration increased dose-dependently as
compared with those of concurrent negative controls or a reproducible
increase in the incidence of cells with chromosomally aberration at one
or more concentrations and the others were judged negative (—).
RESULTS
Cytotoxic concentration: ‘
Toxicity was not noted up to 0.891 £ g/mL (10 mmol/L) in short term
treatment without S9 and with S9 and also in continuous treatment
without 89 for 24 hrs and 48 hrs.
* Genotoxic effects:
— Short term treatment without metabolic activation (—59)
— Short term treatment with metabolic activation (+89)
— Continuous treatment for 24 hrs and 48 hrs
Statistical analysis:
Statistical analysis was not done.
CONCLUSION
Chromosomal aberration in CHL/IU cells is negative either in short term treatment without
metabolic activation (-89) and with metabolic activation (+59) or in continuous treatment for
24 hrs and 438 hrs.
DATA QUALITY
* Reliabilities: Valid without restriction
Remarks field for Data Reliability
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Well-conducted study, carried out by Nippon Experimental Medical Research Institute Co, Ltd.,
Gunma, Japan,

REFERENCES

None

GENERAL REMARKS
On the basis of cell growth inhibition (cytotoxicity) test the test substance is considered as
relatively non-cytotoxic, So, three analyzable doses were selected and tested considering the
dose of 0.891 £ g/mL (10 mmol/L) as highest for chromosomal aberration test.





