Study No. 971024

Table 2. Cell growth inhibition test of 1,1’-(1,1-dimethyl-3-methylene-1,3-propanediyl) bisbenzene in cultured CHL cells
-The continuous treatment method-

Ltd-

Treated for 24 hr
Test Concentration
Substance (ug/mL) No. of cells Survival ratio® ICs
(X 10*/plate) (%) (ug/mL)
Negative control
- 65 100 -
(Dimethyl sulfoxide)
4.69 62 95
9.38 59 91
18.8 44 68
375 23 35
1,1°-(1, 1-dimethyl-3-methylene 75 0 0 239
-1,3-propanediy!) bisbenzene 150 0 0 '
300* 0 0
600* 0 0
1200* 0 0
2400* 0 0

a): (1,1’-(1,1-dimethyl-3-methylene-1,3-propanediyl) bisbenzene treated group / negative control) X 100.
*: White oily precipitations were noted at the time of application of the test solution and clean oily precipitations were noted on completion of the incubation.
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Table3. Chromosomal aberration test of 1,1’-(1,1-dimethyl-3-methylene-1,3-propanediyl) bisbenzene in cultured CHL cells
— The short treatment method —
Numerical aberration Structural aberrations
Test Concentration :vvii::(f::(_(;r m:a(;z:se No.of No.of ) R Types© and numbers NO-‘:::: - Incidence? Smurt\i'(i)\c';ﬂ
substance (ug/mL) SOmix  examined FOWPloid endoreduplication mcu(i;lo)oe Judgement" (cumulative) chromosome (%) Judgement® (g
cells cells aberration
gap ctb csb cte cse fig (4 (g (o (g

Negative control - + 200 2 0 1.0 — 0 1 0 0 0 0 1 1 05 05 - 100
R~ SO LA 200 ... O . S S, 6.0 0.0 00 0 O 0 0 T .. %

LU~ 1dimetyd3m . 25 Y. 200 o 0 ] 05 T o 1. 0. 0 o0 o0 1 1 05 05 ... N....
ok 3popaedi. | s0 LA 200 0 05 o ...T...8.0.0 0 0 0 0 0 0 0 Tl no_
" SO S S 0o 19 = 0 1.0 1.0 0 11 05 05 = 4
] 200 + 200 2 0 10 — 0 2 0 1 0 0 3 3 15 15 — 30
'Dimethylnitrosamine 500 + 200 1 0 0.5 - 0 66 0 107 0 0 137 137 685 685 + 83
Negative control - - 200 1 0 05 — 0 0 0 0 0 0 O 0o o0 0 — 100
8B e 20 ... 0 O T 0.0, 0.0 0. 0 O O O 0 Tl %
LI-(1,dmethyb3m 123 T 200 O s 0 0T 0.2, 0.0 0 0 2 2 MM T B
ool dpopred 25 Tl 20 ol 0 08 T 0.2.0.0.0. 0 2 2 10 10 - 82 ..
e S S 0o o S0 o0 10 o 1 105 os - s
100 — 200 1 0 05 — 0 3 0 0 0 0 3 3 15 15 — 31

Mitomycin C 0.1 - 200 0 0 0 - 0 57 0 72 0 0 105 105 525 525 + 89

Negative control: Dimethyl sulfoxide.
a):  (Numerical aberration cells / observed metaphase cells) X 100.
b): Judged on the basis of incidence as; —: negative (less than 5.0%) ; =:equivocal (5.0% or higherto lessthan 10.0%) ; +: positive (10.0% or higher) .
c): cth: chromatid break; csb: chromosome break; cte: chromatid exchange; cse: chromosome exchange; frg: fragmentation.
d):  (Cells with structural chromosome aberration / observed metaphase cells) X 100,
e): {1,I-(1,1dimethyl-3-methylene-1,3-propanediyl) bisbenzene treated group or positive control / negative control} X 100.
(+g) : Total aberrant cells including the gap; (-g) : total aberrant cells excluding the gap.
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Table 4. Chromosomal aberration test of 1,1’-(1,1-dimethyl-3-methylene-1,3-propanediyl) bisbenzene in cultured CHL cells
— The continuous treatment method —

Numerical aberration Structural aberrations
Test Concentration ug:::; m:a(;E:se No.of No.of . Y Types® and numbers No:ftﬁe - Incidence Smurgf(l;:?l
substance (tg/mL) (ho) examined  FOWPloid - endoreduplication Incnc(i;;ce Judgement® (cumulative) chromos.ome (%) Judgement” (o)
cells cells aberration
gap cb csb cte cse fig (+g (g (g (@

Negative control - 24 200 0 0 0 - O 0 0 0 O O 0 0 0 0 - 100
L~ S A 00 Lo 0 05 T .0.0. 0 0 0 0 O 0 0 T .2
LU-(L|dimetiyd3m . 825 Ao 20 0 ] 05 T 0. 0 0 10 0 1 1 05 05 T
oyl l3popmedi. | 125 L 200 ol 0 08 T 0.0.0.0. 0.0 0 0 o0 0 o . 82 .
Gy W 4200 O o 0T 0.0 0 1.0 0 1 1 05 05 = 4
@ 50 24 200 1 0 0.5 - 0o 2 0 0 0 O 2 2 1.0 1.0 - 27
Mitomycin C 0.05 24 200 0 0 0 - 0 47 0 67 0 O 93 93 465 465 + 85

Negative control: Dimethyl sulfoxide.
a): (Numerical aberration cells / observed metaphase cells) X 100.
b): Judged on the basis of incidence as; —: negative (less than 5.0%) ; =: equivocal (5.0% or higher to less than 10.0%) ; =+: positive (10.0% or higher) .
¢): ctb: chromatid break; csb: chromosome break; cte: chromatid exchange; cse: chromosome exchange; fig: fragmentation.
d):  (Cells with structural chromosome abemration / observed metaphase cells) X 100,
e:  {1,1-(1,1-dimethyl-3-methylene-1 3-propanediyl) bisbenzene treated group or positive control / negative control} X 100.
(+g) : Total aberrant cells including the gap; (-g) : total aberrant cells excluding the gap.
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Figure 1. Cell growth inhibition test of 1,1’-(1,1-dimethyl-3-methylene-1,3-propanediyl)bisbenzene in cultured CHL cells.
Study No. 971024
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Appendix 1-1. Chromosomal aberration test of 1,1-(1,1-dimetty}-3-methylene-1,3-propanediyl) bisbenzene in cultured CHL cells
-The short treatment method-
Numerical aberration Structural aberrations
. No.of cells .
. With(+ No.of Survival
Test Concentration . ) or o No.of No.of . Types® and numbers with Incidence® . ¢)
(gL without(-)  metaphase . .. Incidence” " . o y O
substance SOmix  examined Polploid endoreduplication % Judgement (cumulative) chnomos.ome (%) Judgement %)
cells cells aberration
gap cib csb e cse fig (bp (p (g (@
Negative control 100 1 0 0O 0 0 0 0 O 0 0
- + 1.0 - 0.5 0.5 - 100
(Dimethy! sulfoxide) 100 1 0 01 0 0 0 0 1 1
100 0 0 0O 0 0 0 0 O 0 0
12.5 + 0 - 0 0 - 98
............................... 10 O 000 00 00
100 1 0 6 0 0 0 O O 0 0
' 25 + 05 - 0.5 05 — 90
53 100 0 0 01 0 0 0 0 1 1
e (L dimetyk 3 T T T T
P . 100 1 0 ¢ 0 0 0 O O 0 0
ethylene-1,3-propanedy 50 + 0.5 - 0 0 - 71
Dbisbenzere 100 O 00 00000
100 1 0 6 0 0 0 O0 O 0 0
100 + 1.0 - 0.5 0.5 - 49
_______________________________ 100 S 000
100 2 0 o 1 0 0 o0 O 1 1
200 + 1.0 — 1.5 1.5 - 30
100 0 0 O 1 0 1 0 O 2 2
, ) _ 100 1 0 0 24 0 48 0 0 6 62
Dimethylnitrosamine 500 + 0.5 - 685 685 + 83
100 0 0 0 42 0 59 0 0 75 75

a):  (Numerical aberration cells / observed metaphase cells) X 100.
b): Judged on the basis of incidence as; —: negative (less than 5.0%) ; *:equivocal (5.0% or higher to less than 10.0%) ; =+:positive (10.0% or higher) .
c): ctb: chromatid break; csb: chromosome break; cte: chromatid exchange; cse: chromosome exchange; frg: fragmentation.
d):  (Cells with structural chromosome aberration / observed metaphase cells) X 100.
e):  {1,1-(1,1-dimethyl-3-methylene-1,3-propanediyl) bisbenzene treated group or positive control / negative control} X 100.
(+g) : Total aberrant cells including the gap; (-g) : total aberrant cells excluding the gap.
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Appendix 1-2. Chromosomal aberration test of 1,1-(1,1-dimethy}-3-methylene-1,3-propanediyl) bisbenzene in cultured CHL cells
-The short treatment method-
Numerical aberration Structural aberrations
- Conoenration V(Y or Noof Moot e N°:_flﬂ‘:°“s s Suvival
without(-)  metaphase 0.0 0.0 i = Types® and num cidence ratio®
substance (g/mL) SOmix e::npmed Polyploid  endoreduplication IHCI?OC/‘I:)OC Judgement® (cumulative) chromos.ome (%) Judgement” (o,
cells cells aberration
gap ctb csb cte cse fig (+g (g (g (g
Negative control 100 0 0 O 0 0 0 o0 O 0 0
- — 05 - 0 0 - 100
(Dimethyl sulfoxide) 100 1 0 0 6 0 0 0 0 O 0
100 0 0 0o 0 0 0 O0 O 0 0
6.25 - 0 - 0 0 - 98
............................... 100 O 00000 0 0O,
100 0 0 o 1 0 0 0 O 1 1
, 12.5 — 0 — 1.0 1.0 - 98
% ___________________ 100 o o 610 0 o0 o0 1 v
ROl = (L Ldimetyk3m T T e e e
. 100 0 0 o 2 0 0 o0 O 2 2
ettylene-1,3-propanediy 25 - 05 - 10 10 - 82
Dbisberzene ] 100 ... L RO S S AN L AL A R
100 0 0 0 0 0 0 O0 O 0 0
50 - 0 - 05 05 — 53
............................... 100 0000 0
100 0 0 6 2 0 0 0 O 2 2
100 — 0.5 — 1.5 1.5 — 31
100 1 0 0O 1 0 0 o0 O 1 1
. . 100 0 0 0 26 0 31 0 0 46 46
Mitomycin C 0.1 - 0 — 525 525 + 89
100 0 0 0 31 0 41 0 O 59 59

a):  (Numerical aberration cells / observed metaphase cells) X 100.
b):  Judged on the basis of incidence as; —: negative (less than 5.0%) ; =:equivocal (5.0% or higher to less than 10.0%) ; =+: positive (10.0% or higher) .
c): ctb: chromatid break; csb: chromosome break; cte: chromatid exchange; cse: chromosome exchange; frg: fragmentation.
d):  (Cells with structural chromosome aberration / observed metaphase cells) X 100.
e):  {L,1-(1,1-dimethy}-3-methylene-1,3-propanediyl) bisberzene treated group or positive control / negative control} X 100.
(+g) : Total aberrant cells including the gap; (-g) : total aberrant cells excluding the gap.
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Appendix 2. Chromosomal aberration test of 1,1’-(1,1-dimetty}-3-methylene-1,3-propanediyl) bisbenzene in cultured CHL cells
—The continuous treatment method —
Numerical aberration Structural aberrations
Test Concentration Time of No.of No.of No.of Types® and numbers No.v(:,;el]s Incidence® Surviv;ﬂ
treatment  metaphase 0.0 0.0 . R e num cidence atic®
substance (ug/mL) o Polyploid endoreduplication Incidence Judgement® (cumulative) chromosome (%) Judgement® 0
(hr)  examined (%) ) (%)
cells cells aberration
gap ctb csb cte cse fig (tp (g (g (@
Negative control 100 0 0 o 0 0 0 O O 0 0
- 24 0 - 0 0 - 100
(Dimethy! sulfoxide) 100 0 0 0 06 0 0 0 0 O 0
100 0 0 0O 0 0 0 0 O 0 0
3.13 24 0.5 — 0 0 — 98
............................... 100 L 0000 00O
o0 100 0 0 0 0 0 0 0 0 0 O
< 625 24 0.5 — 05 05 - 100
100 1 0 0O 0 0 1 0 O 1 1
(L imettyhm T T Ty
> . 100 1 0 0o 0 0 0 O0 O 0 0
etylene- 1 3popanedty 125 24 05 - 0 0 - 82
Dbisberzene 100 0 00 0 0000
100 0 0 o 0 0 1 o0 O 1 1
25 24 0 — 0.5 05 — 48
............................... 100 0 O 00 00000
100 1 0 o 1 0 0 O O 1 1
50 24 0.5 - 1.0 1.0 - 27
100 0 0 o 1 0 0 0 O 1 1
o 100 0 0 0 23 0 3 0 0 48 48
Mitomycin C 0.05 24 0 - 465 465 + 85
100 0 0 0 24 0 31 0 O 45 45
a): (Numerical aberration cells / observed metaphase cells) X 100.
b): Judged on the basis of incidence as; —: negative (less than 5.0%) ; =:equivocal (5.0% or higherto less than 10.0%) ; +:positive (10.0% or higher) .
c): ctb: chromatid break; csb: chromosome break; cte: chromatid exchange; cse: chromosome exchange; frg: fragmentation.
d):  (Cells with structural chromosome aberration / observed metaphase cells) X 100.
e):  {1,1’-(1,1-dimethyl-3-methylene-1,3-propanediyl) bisbenzene treated group or positive control / negative control} X 100.

(+g) : Total aberrant cells including the gap; (-g) : total aberrant cells excluding the gap.



