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DAA 13 CHL/IU Mg 153 LT, S50 Griessih b C24R L) B X UTERRH
WD S) mix FET BLUHKFET (FhZFN SO KIGHB £ UF MEM 553 o ¢ 65F ML
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CHZ EhOREAERTHRIIB W T, EH L 240 B L U 48RRI AE) BLUV
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DNABE., BERMROSEBEOREL L 2RI L T b, RRERTH V72 CHL/IU A
Faid, BB % 0 —REFEDE IO L TRERRE O RBBENE 720,
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2 WERWEB L OB EYE

HERYE TH B DAA (CASNo. 123-42-2) O L ZFHMIRE 1E Appendix 1 1Z/R L 72,
DAA I3 P oS AR, BH, EAEGTTHRL, RO SVEFHEAR
K (RESIETH, oy MES D KSHTL) IKHER L THIRL 72,

TR EE L T2y 2 0k X 773 F (CPA, Sigma Chemical, T v + &% :
73H0846) BLURA F< A ¥ C (MC. WM, oy +FF [ 051AEG) &, &
STRZEEAK (KREEETY, oy FES | KSHTL) KEL L, ARREL TRV,

3 S9 [UGHE
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Dawley 587 v MIT7 2/ XNV E S — V& 5,6-XV VT TRV %S LTI RARL
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FEFAET CHEMRHILIE S 235613, SO IS oMb DIz, MEME: #IC 26518 & MEM 55
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U) TS, FESEHICAIL, S5 18R EL, —F. S9 mix FEFE T OL
HEICBVTIE, SO IO D DI MEM b % i v 7 DAL o 8fEi, SO mix FFEET O
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(XD familywise DHHEARYER 5% & LCHBEERE L L7z BERERETHEE
BHHGEE. MEREUOERY 325V - 73 7y VOEAUKREY (p<0.05) T
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FAETECBIA2PERER 060mym) BLUFSI mix EFETKBITI2HEEH

(12mg/ml) B CORMEFMMBOFELEM (F0Fh 1.25%B LU 1.00%) %
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Table1 Chromosome analysis of Chinese hamster cells (CHL/IU) continuously treated with diacetone alcohol (DAA)* without S9 mix

Concen- Time of No. of No. of structural aberrations 3 No. of cells ) 5) 6
Group tration exposure cells 2) Others with aberrations Polyploid4 Trend test ~ Concurrent

(mg/ml) (h) analysed gap ctb cte csb cse mul total TAG (%) TA (%) (%) SA NA cytotoxicity (%)
Control, 200 0O 0 0 0 0 0 0 0 0 (C 00) O0(C 00) 025 —
Solvent " 0 24 200 0 0 1 0 0 O 1 0 1 (05) 1 (05) 075 100.0
DAA 0.30 24 200 0 0 0 0 0 0 0 0 0 (C 00) 0 ( 00) 0.63 93.5
DAA 0.60 24 200 0O 0 0 0 0 O 0 0 0 C00) O0(C 06O) 013 NT NT 93.5
DAA 1.2 24 200 0 0 0 2 0 O 2 0 1 ( 05) 1 ( 05) 063 88.5
MC 0.00005 24 200 6 69 121 2 3 0 201 2 115 (575) 113 (565) 0.50 —_—
Solventl) 0 43 200 0O 1 0 3 0 O 4 0 1 ( 05) 1 ( 05) 013 100.0
DAA 0.30 43 200 0 2 0 0 0 O 2 0 2 ( 1.0) 2 ( 1.0) 000 995
DAA 0.60 48 200 0O 2 0 0 0 0O 2 0 2 ( 1.0) 2 (C 1.0) 025 NT NT 100.5
DAA 1.2 . 48 200 0O 0 0 0 0 O 0 0 0(C 060) O ( 00) 025 98.5
MC 0.00005 48 200 2 65 171 14 9 50 311 6 120 (60.0) 120 (60.0) 050 I

Abbreviations, gap : chromatid gap and chromosome gap, ctb : chromatid break, cte: chromatid exchange, csb : chromosome break,
cse : chromosome exchange (dicentric and ring), mul : multiple aberrations, TAG : total no.of cells with aberrations, TA : total no. of
cells with aberrations except gap, SA : structural aberration, NA : numerical aberration, MC : mitomycin C, NT: not tested.

1) Distilled water was used as solvent. 2) More than nine aberrations in a cell were scored as 10.  3) Others, such as attenuation and
premature chromosome condensation, were excluded from the no. of structural aberrations.  4) Eight hundred cells were analysed in each
group. 5) Cochran * Armmitage's trend test was done (p<0.05) when the incidence of TAG and polyploid in the treatment groups was
significantly different from historical solvent control (p<0.05) by Fisher's exact test. 6) Cell confluency, representing cytotoxicity, was

measured with Monocellater™.,  * : Purity of test substance was 99.8 wi%. Acetone (0.1 %) and mesityl oxide (0.05 %) were contained
as impurities.



Table 2 Chromosome analysis of Chinese hamster cells (CHL/IU) treated with diacetone alcohol (DAA)*** with and without S9 mix

Concen- S9 Timeof No.of No. of structural aberrations 3 No. of cells 4) 5) 6)
Group tration mix exposure cells Others with aberrations Polyploid ™ Trend test ° Concurrent

(mg/ml) (h)  analysed gap ctb cte csb cse mul total TAG (%) TA (%) (%) SA NA cytotoxicity (%)
Controll) 200 3 1 2 1 0 10 17 0 7 C35) 5 ( 25) 0.63 —
Solvent * 0 - 6-(18) 200 1 0 0 0 1 0 2 0 2 (10) 1 (C 05) 1.13 100.0
DAA 0.30 - 6-(18) 200 O O O O O O 0 0 0 (C 060) O ( 00) 0.63 94.5
DAA 0.60 — 6-(18) 200 0 5 1 0 O O 6 0 3 (15) 3 ( 15) 0.25 NT 102.5
DAA 1.2 - 6-(18) 200 1 1 0 3 0 O 5 0 2 (10) 1 ( 05) 1.00* 92.5
CPA 0.005 — 6-(18) 200 1 6 1t 0 0 O 2 0 2 ( 1.0) 1 ( 05) 0.50 —
SoIventl) 0 + 6-(18) 200 5 1 1 O O O 7 0 7 (C35) 2 ( 1L0O) 0.63 100.0
DAA 0.30 + 6-(18) 200 1 0 1t 0 0 O 2 0 2 (1.0)Y 1 ( 05) 0.75 101.5
DAA 0.60 + 6-(18) 200 1 0 0 0 0 O 1 0 1 065) 0 ( 00) 1.25* NT 99.5
DAA 1.2 + 6-(18) 200 0 0 O O O O 0 0 0 (C 00) O ( 00) 1.00 101.5
CPA 0.005 + 6-(18) 200 11 196299 4 5 140 655 1 176 ( 88.0 ) 175 ( 875 ) 0.63 B

Abbreviations, gap : chromatid gap and chromosome gap, ctb : chromatid break, cte: chromatid exchange, csb : chromosome break,
cse : chromosome exchange (dicentric and ring), mul : multiple aberrations, TAG : total no.of cells with aberrations, TA : total no. of
cells with aberrations except gap, SA : structural aberration, NA : numerical aberration, CPA : cyclophosphamide, NT: not tested.

1) Distilledwater was used as solvent. 2) More than nine aberrations in a cell were scored as 10.  3) Others, such as attenuation and
premature chromosome condensation, were excluded from the no. of structural aberrations.  4) Eight hundred cells were analysed in
each group. 5) Cochran - Armitage's trend test was done at p<0.05. 6) Cell confluency, representing cytotoxicity, was

measured with Monocellater™. * : Significantly different from historical solvent control data with respect to TAG and polyploid at
p<0.05 by Fisher's exact test using a Bonferroni correction for multiple comparisons. ** : Purity of test substance was 99.8 wt%.
Acetone (0.1 %) and mesityl oxide (0.05 %) were contained as impurities.
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