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ABSTRACT
In vitro chromosomal aberration tests using cultured Chinese hamster cells (CHL/IU) were
conducted to assess the potential of 2’-anilino-6-[N-ethyl-N-
(4-tolyl)amino]-3’-methylspiro[isobenzofuran-1(3H),9-[9H]xanthen]-3-one to induce chromosomal
aberrations.
2’-Anilino-6-[N-ethyl-N-(4-tolyl)amino]-3"-methylspirolisobenzofuran-1(3H),9™
[9H]xanthen]-3-one did not induce chromosomal aberrations in cultured cells under the

conditions of this study.

Chromosomal aberration test

Purity 2 99.0%
Type of cell used : Chinese hamster lung (CHL/IU) cells
Test method : Guidelines for screening mutagenicity Testing of Chemicals

Chemical Substances Control Law of Japan and OECD Test
Guideline 473

Solvent : Culture medium only

Positive controls: -S9mix ; Mytomycin C

+S9mix ; Benzolalpyrene

S9 : Rat liver, induced with phenobarbital and 5,6-benzoflavone

Plate/test $2

Dosage : -S9mix (short-term treatment) ;0,1.4,2.7,4.1,5.4mg/mL
+S9mix (short-term treatment) ;0,1.4,2.7,4.1,5.4mg/mL
+S9mix (short-term confirmation test) ;0,2.7,4.1,5.4mg/mL

-S9mix (continuous treatment,24h) ; 0,0.34,0.68,1.4,2.7,5.4 mg/mL
-S9mix (continuous treatment,48h) ; 0,0.17,0.34,0.68,1.4,2.7 mg/mL
GLP : Yes

Test results :
No increase in chromosomal aberrations was observed with either the short-term treatment
(-S9 mix , +S9 mix and +S9 mix confirmation test) or the continuous treatment ( 24hours and 48

hours).

Genetic effects:
clastogenicity polyploidy
+ ? - + 7?7 -
[] 1 []
[3] 1 []

Without metabolic activations [ 11 ] [ 11
[ 1T1] [ 11

With metabolic activation
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Chromosomal aberration test of 2-anilino-6’-[N-ethyl-N-(4-tolyl)amino]-3-methyl
spirolisobenzofuran-1(3H),9-[9H] xanthen]-3-one with cultured mammalian cells
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Fig. 1
Growth inhibition of CHL/IU cells treated with

2'-anilino—6'-[N-ethyl-N-(4-tolyl)amino—3"-methyl
spiro[isobenzofran—1-(3H),9'-[9H]xanthen]-3-on
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Table 1 Chromosomal aberration test of CHL/IU cells treated with 2’-anilino-6-[N-ethyl-
N-(4-tolyl)aminol-3-methylspirolisobenzofuran-1(3H),9-[9H]xanthen]-3-one
[Short-term treatment with and without S9mix]

Concen- Percentages(%) of cells showing structural chromosomal aberrations Percentages(%) of cells showing

Treatment 5P tration gap "% numerical chromosomal aberrations Judgement”
timem® ™ (mg/mD Obsee gt csh  cse others TOTAL 00 o Obsemed polyploid others  TOTAL  SA  NA
oY 200 0 0.5 0 0 0 0.5 0 100 205 2.4 0 2.4 — —

1.4 200 0.5 0.5 0 0 0 1 0 92 206 2.9 0 2.9 - -

6-20 — 2.7 200 0 0 0 0 0 0 0 83 206 2.9 0 2.9 - -
4.1 200 0 1 0 0 0 1 0 78 206 2.9 0 2.9 - -

5.4 200 0.5 1 0 0 0 1.5 0 69 206 2.9 0 2.9 — —

[MMC]® 200 6.5 58.5 0 0 0 62.5 0 — 201 0.5 0 0.5 + —

o 200 0 0.5 0 0 0 0.5 0 100 202 1.0 0 1.0 - -

1.4 200 0 1 0 0 0 1 0 90 203 1.5 0 1.5 - -

6-20 + 2.7 200 0 0 0 0 0 0 0 77 204 2.0 0 2.0 - -
4.1 200 0 1 0 0 0 1 0 77 206 2.9 0 2.9 — —

5.4 200 0 0 0 0 0 0 0 61 204 2.0 0 2.0 - -

[BlalP]? 200 1.5 29 0 0 0 30 0 — 201 0.5 0 0.5 + -

Abbreviations; gap:chromatid and chromosome gap, ctb:chromatid break, cte:chromatid exchange, csb:chromosome break,
cse‘chromosome exchange, others(structural):fragmentation etc.( except pulverization ), others(numerical):endreduplication etc.

A cell which has many aberrations is calculated as one cell showing aberrations .

a) Treatment time and recovery time were indicated in the column of treatment time.
b) Negative control: normal culture medium only

¢) Positive control, MMC: mitomycin C at 0.1pg/mL, BP:benzolalpyrene at 10pg/mL.

d) Judgement was done on the basis of criteria of reference 2, SA:structural aberration, NA:numerical aberration.



Table 2 Chromosomal aberration test of CHL/IU cells treated with 2’-anilino-6-[N-ethyl-
N-(4-tolyDamino]-3-methylspiro[isobenzofuran-1(3H),9-[9H]xanthen]-3-one
[Continuous treatment without S9mix]

o .
Concen- Percentages(%) of cells showing structural chromosomal aberrations Relative Percentages(%) of cells showing

Treatment S°  tration gap o numerical chromosomal aberrations  Judgement”
time(® ™ (mg/mD Observed et cte csb cse  others TOTAL @ growinon 0P polyploid others  TOTAL  SA  NA
0 200 0 0.5 0 0 0 0.5 0 100 202 1.0 0 1.0 - -
0.34 200 0 0.5 0 0 0 0.5 0 86 205 2.4 0 2.4 — —
0.68 200 0 0.5 0 0 0 0.5 0 75 201 0.5 0 0.5 — —
24-0 - 1.4 200 0.5 1 0 0 0 1.5 0 66 201 0.5 0 0.5 - -
2.7 200 0.5 0.5 0 0 0 1 0 55 205 2.4 0 2.4 - -
5.4 200 0 0.5 0 0 0 0.5 0 41 203 1.5 0 1.5 — —
[MMCI? 200 13 40 0 0 0 48.5 1 — 201 0.5 0 0.5 + —
oY 200 0 0 0 0 0 0 0 100 202 1.0 0 1.0 — —
0.17 200 0 0 0 0 0 0 0 92 206 2.9 0 2.9 - -
0.34 200 0 0 0 0 0 0 0 78 202 1.0 0 1.0 - -
48-0 - 0.68 200 0.5 1 0 0 0 1.5 0 58 204 2.0 0 2.0 — —
1.4 200 0.5 0.5 0 0 0 1 0 38 202 1.0 0 1.0 — —
2.7 155 0 0.6 0 0 0 0.6 0 36 156 0.6 0 0.6 - -
IMMCI® 200 12 65 0 0 0 71 0 — 200 0 0 0 + -

Abbreviations; gap:chromatid and chromosome gap, ctb:chromatid break, cte:chromatid exchange, csb:chromosome break,
cse:chromosome exchange, others(structural):fragmentation etc.( except pulverization ), others(numerical):endreduplication etc.

A cell which has many aberrations is calculated as one cell showing aberrations .

a) Treatment time and recovery time were indicated in the column of treatment time.
b) Negative control:normal culture medium only

¢) Positive control, MMC:mitomycin C at 0.04pg/mL.

d) Judgement was done on the basis of criteria of reference 2, SA:structural aberration, NA:numerical aberration.

Table 3 Chromosomal aberration test of CHL/IU cells treated with 2-anilino-6’-[N-ethyl-N-
(4-tolyl)aminol-3-methylspiro[isobenzofuran-1(3H),9-[9H] xanthene]-3-on
[Short-term treatment with S9mix, Confirmation test]

Percentages(%) of cells showing

Concen- Relative . :
numerical chromosomal aberrations Judgementd)

cell

o ; .
Treatment : tration Percentages(%) of cells showing structural chromosomal aberrations g(;;}))
mix o,

time(h)” (mg/ml) Ob:;rlzed ctb cte csh cse  others TOTAL growth(%) Ob:;ﬁ:ed Polyploid  others ~ TOTAL SA  NA
0” 200 0 0 0 0 0 0 0 100 201 05 O 0.5 - -

2.7 200 0 05 0 0 0 0.5 0 72202 1.0 0 1.0 - -

620 + 4.1 200 0 05 0 0 0 0.5 0 66 206 29 0 2.9 - -
5.4 200 0 0 0 0 0 0 0 66 202 1.0 0 1.0 - -

[Bla]JP] 200 1.5 65 0 0 0 65.5 0 — 200 0 0 0 + -

Abbreviations; gap:chromatid and chromosome gap, ctb:chromatid break, cte:chromatid exchange, csb:chromosome break,
cse:chromosome exchange, others(structural):fragmentation etc.( except pulverization ), others(numerical):endreduplication etc.

A cell which has many aberrations is calculated as one cell showing aberrations .

a) Treatment time and recovery time were indicated in the column of treatment time.
b) Negative control:normal culture medium only

¢) Positive control, BP:benzolalpyrene at 10pg/mL.

d) Judgement was done on the basis of criteria of reference 2, SA:structural aberration, NA:numerical aberration.





