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G-tert TFIN-2, 4% L I — b

Table 1

Results of reverse mutation test ( I ) of 6-tert -Butyl-2 4-xylenol** on bacteria
With (H or] Testsubstance | . Namber of revertants (oumber of colonies / plate . Mean # 5.D.)
withont (-} dose Base - pair substitution tyj Frameshift type
[ 59 Mix {ug /plate) TAL00 TAL535 WP2 avr A ‘TASS TAIS37
0 136 114 125 (16 10 2] 17 20 13] 25 27 2w0i 5 & 9
(_I25% 11.0) ( 1+ 123 { 17+ 35) (2% 36) {7+ 21)
625 27 14 14 ] 17 14 16| 14 2 | 24 25 20| 8 9 6
( HE+ 75) ( 16% 15} (17 85) ( 2%+ 26) { 8+ 15)
125 Be 95 122 8 U mp 19 22| 18 M R{ 5 6 5
( 116+ 183 ) (10 LT) {19+ 2.5) { 5% 70 {5+ 06)
25 107 w7 92| 13 14 s[17 18 2] 2 1 | 7 7 9
(102: 87) {11+ 49) 19+ 263 ¢ 8% 75) {8+ 123
SoMix 50 12 122 14| 18  13{20 2 220} 16 2 2| 3 5 0
( 119+ 64) ( 13+ 353 ( 20+ 0.0) {_20% 323 3+ 25)
(8] 100 01+ 82+ 904 10 12 8| 18 18 13| 228 2 24] g* 1+ 9
(o1t 9353 10+ 2.0) {16+ 29) 254 3.1) { 6% 44
2{)0 g* g* 09 g* Qg+ LRy 19 % 18+ 23 4 g® 24+ 29 ¥ Qt 0% R,
{ 0+ 00) {0+ 00} { 20% 26) ( 181+ 155 ( 0+ 00)
[ 116 138 126 | 12 9  7{ 14 2 2| 40 45, 31 8 12 g
{ 127+ 11.0) (9% 2.5 ¢ 20% 53) (394 7.1) (9% 23}
625 ND ND ND ND 6 B 12
{ 16 .35)
12.5 44 120 143 | 11 BB 182 2 20| 31 3% s52] 1 11 11
{ 136% 13.6) ( 143+ 3.6) { 24% 35) {_40% 11.0) ( 11+ 003
25 144 146 133 [ 14 15 -124 20 23 21{ 38 33 | 12 20 19
{ 141+ 7.0) {14t 15} ( 21 1.5 { _3M: 4.0) ( 173 44)
S9Mix 50 7 oue 125 { 15 -6 7|3 3 2] 3 M 3|15 12 1
(1454 235 (9% 493 {27 55) ( 3+ 25} ( 13+ 21}
) 100 136 13 123 )12 w7 7|32 30 22| 35 s 2512 7 7
( 1343 10.1) (123 50) { 30 15) (30 50) 9% 12.9)
200 123+ 120% 1004 4* 10+ 64 27 25 24| 24% 25+ 334 £+ 0% 104
114+ 125) (7 31) ( 35+ 15) ( 21+ 49) (8% 219
400 G 3% 104 O+ 0+ 0% 13% 15+ g¥ o+ D* 04 -
(4% 3513 (0t 00) (124 31) 0+ 00)
Positve | Chemical AF2 SA AR2 AR2 SAA
control Dose_(ug /plate) 0.01 0.5 0.01 0.1 20
85 Mix () | Namber of 558 503 S8l | 272 200 257 | 151 147 t41 | 813 784 809 1996 1973 2086
colonies / plate ( 547+ 40.1) ((273x165) (146 59) (804t 17.6) {2018+ 59.7)
Positive | Chemicat 254 244 _ 2AA 2AA 2AA
<onirol Dose (g fplate) 1 2 1D D5 2
S9Mix (+) | Number of 1050 1112 1125 [ 178 210 144 [1201 1205 1303 | 323 286 295 | 267 265 17
: colonies / plate (1096% 40.1) ¢ 177+ 330 } (12704 51.0) { 301+ 193) { 2344 549)

AF2: 2-(-Fary))-3-(5-titro-2-fury Jacrylamide ,  SA: Sodium azide, SAA: 9-Amincacridine, 2AA: 2-Aminoanthracens
" *; [nhibition was observed against growih of the bacteria. ND: Not Done
*&: Purity was 98.5 %.
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Resuits of reverse mutation test ( 11 ) of S-rerr ;Butyl-2,4-xyienol** on bacteria

Table 2
With (+) or | Test substance Nuintber of revertants (eumber of colonies # plate , Mean & S.D.}
without (-} dose Base - pair subslitution Frameshifi type
| 89 Mix (g plate} TA0 TAES35 WP2 uvr A TA8 TAIS3T
0 113 107 1w 9 14 13{3 22 Bl 15 2 17 & 11 4
{ 107 55} ( 12% 26) {2+ 953 ( 18% 3.1) (__ T+ 36)
6.25 I 18 108 1 14 4|24 20 23|18 2% g 3 g
( i12+ s (134 173 (224 23 . ¢ 22¢ 51) { 8% 06}
125 19 123 w6 10 1 g1 15 mw] 2w 3 18] 7 = &
( li6x 89) (9% 25) {17+ 17} ( 24+ 5.6) (7 10}
23 17 3 126 | 14 16 9| 2 26 9| 168 1 2] 13 1 8
{119+ 67) ( 11+ 2.6) { 241 4.0) { 20+ 5.1 ( 11+ 253
SOMix . 50 124 136 120 9 15 |23 2 6|19 2 23 5 5 3
( 127%+ 83) {12+ 3.1)) { 23+ 25) ( 2NE 21) ( 4+ 12)
o 100 81% 106% 114 6+ 7+ 6% 15 23 22| 19 14 2| 7+ 7+ 34
{99t 16.1) (6% 0.46) 19+ 4.0) 18+ 4.0) { 6% 23)
200 0* o+ 0% 0 0% 0% 13+ 10+ 164 0* 0% 04 0+ 0+ O
(0% 00) { 0 00) ( 13+ 30) ( 0+ 00) ( 0% 00)
0 34 125 147 ] 14 V12 12 15 14 28 33 15 28 8 9 9
( 135+ 111} ¢ 13+ 123 (_19% 138 ( 35% 87) {9t 0.6)
625 ND ND ND ND 16 12 15
( 14+ 21)
125 142 128 115 | 18 9 1wjzt 25 W[ 4 32 3| 1w 12 2
( 128% 135) {12+ 383 [ 25k 45) ( 34+ 25) ( _14% 59)
25 155 167 137 9 15 123 2 27| 3 223 Im{u 17 8
( 153+ i5.1) {12+ 30} (272 60) ( 30+ &1) {( 13+ 4.6)
SoMix 50 163 157 18 | 13 16 20| 24 41 21} 40 4 40| 10 13 1
{170+ 17.0) ( 16+ 3.5) ( 29:108) {424 4.0) {11+ 15)
) 00 161 172 156 7 11 1] M ® 3P| 38 24 2|14 12 11
i (163 82) { 10+ 2.3) { 35% 36) (_ 30% 72} 124 15)
260 M7+ 130+ 1264 4 9 g8{ 19 31 34| 233 30 34| 17+ 9+ 4+
( 134+ 112) 7+ 2.6) ( 28+ 79) (2% 56) (11 51
400 0+ D+ DH 1% 1% 1% 9% 3+ J3H H¥ pr D
{__0F 0.0) { 1+ 0.0) ¢ 17+ 43) {0+ 0.0)
Positive | Chemical A2 SA AR2 ARz SAA
control Dose {ug /plate) 0.01 0.5 0.01 0.1 80
89 Mix {-) | Number of 535 543 542 {250 243 265 | 167 158 156 | 846 883 300 [2140 1903 1934
eolonies / plate { 540+ 40) { 253+ 11.2) ( 160 35.9) ( 343+ 41.6) (20094 1205 )
Pesitive | Chemical 2AA 2AA 284 28A 2AA
control Dose (pg /plate) 1 2 10 (] 2
§9 Mix (+}| Number of 1136 1539 1122 | 292 256 254 (1614 1683 (751 | 552 551 509 | 307 302 274
colonies / plate {1132+ 9.1) ( 267+ 21.4) ( 1683+ 68.5 ) ( 537 24.5) ¢ 2041 17.8)

AF2: 2-(2-Furyl}-3-(5-nitro-2-furyacrylamide , SA: Sodium azide, YAA: 9-Aminoacridine, 2AA: 2-Aminoanthracene

4: Inhibition was observed against growth of the bactetia. |

**Purity was 98.5 %.
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In Vitro Chromosomal Aberration Test of
6-tert-Butyl-2,4-xylenol on Cultured Chinese Hamster Cells
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Hetn kBE R

0.056mg/ml3 & UF 0.029 mgiml C& o 7= (Fig. 1). &35,
SO mixFE T 0 0.15 mg/ml T, HIRESEH61% O ME & 7~
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100

50 4

Cell growth (% of control)

+ L]
0.05 0.10
Concentration {mg/ml)

0.00

Fig.1 Growth inhibition of CHL/U cells treated with
6-lcgt—butyl-2,4—xylcnol
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HEodbiniyico— MELARETCHT LA, %
GEOSE, BAREERESS, WADPHER
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-tert-FF -2 4% /=0

Table 1 Chromosome analysis of Chinese hamster ceils (CHL/IU) continuously treated with 6-ferr-butyl-2,4-xylenol (TBX)**

without 89 mix

Concent- Timeof Ne.of No. of struclural aberrations 1) No, of cells 4} 5]
Group ration = exposure cells 2) Others with aberrations Polyploid Judgement
(mg/ml) (w) analysed gap ob cie csb cse £ omud total TAG (%)  TA @) (%) SA NA
Conirol | 200 00 0 0 0 0 0 0 0 0(00) 0(O00) 038
Solvent 0 24 200 0 6 1.1 0 0 ¢ 2 0 2(¢1.0 2(10) 013
TBX 0.008 24 200 0 00 1 ¢ 0 0 1 0 1 (05 1(05) 050 - -
TBX 0.017 24 200 g 0 0 0 1 0 0 1 0 1¢{05) 1 (05} 0350 - -
TBX 0.033 3 200 2 2 4 1 0 1 ¢ 10 1] 7¢35) 6 (¢ 3.0) 4000 - -
MC 0.00005 b 200 4 74128 4 0 3 10 223 4  106% 53.0)105% 525) 000 + -
Solvent 0 48 200 [ 0 6 0 0 0 0 1 8 L(05) 0 0.0) 0I3
TBX 0.008 48 200 0 0 0 0 0 0 0 0 0 ¢ (00) 8¢ 00) 000 - -
TBX 0.017 43 200 ¢ 0 0 2 0 1 0 3 0 2(10) 2 ( 16y €13 - -
TBX 0.033 48 200 0 3 1 0 1 1 0 & 0 3(15) 3( 15) 4025 - =
MC 0.00003 48 200 7 49 152 5 8§ I 30 261 16 TI3*(565)112%( 56.0) Q50 + -

Abbreviations : gap : chromatid gap and chromosome gap, Ctb : chromatid break, cte: chromatid exchange, csb : chromosome break,
cse : chromosome exchange (dicentric and ring ctc.), [ : acentric fragment {chromatid type), mul : muitiple aberrations, TAG : 1otal no.
of cells with aberrations, TA. : ot} no. of cells with sherrarions except gap, $A © stuctural aberration, 1A : mumerical abesration,

MC: mitomycin C. 1) Dimethyl sulfoxide was nsed as solvent.

2) More than ten aberrations in a ccll were scored as 10,
3) Others, such as attenuyation 2nd premature chromosome condensation, were excluded from the no. of structural aberrations.

4) Eight hundred cells were analysed in each group.  5) Judgemenl was dong on the basis of the criteria of Ishidate et al. (1987).
* ; Significandy different from solvent control at p<<0.05. ** : Purity was 98.5%.

Table 2

Chromosome analysis of Chinse hamster cells (CHL/IU} treated with 6-tert-butyl-2,4-xylenol {(TBX)** with and
without $9 mix - :
Concent- S9 Timeof No, of No. of structural aberrations 3} No. of cells 4} 53
Group 7ation mix cxposute cells 2 Others with abemations Polyploid ' _Indgement =
(mgfmi) (hr)  anafysed gap ctb cte csb ¢se [ mal (ol TAG (%) TA (%) (%) SA NA
Control ,, 200 1 3 0 0 0 0 0 4 1 3(15) 2(10) 003
Solvent 0 - 6-{(18y 200 0 0 0 2 0 O O 2 [¢] I (05 T (05) 000
TBX 0008 — &6-(I&® 200 1 0 0 2 0 O W 13 " @ 3(15) 2 1L0)Y 038 - -
TBX 0.017 - 6-(18) 200 0 0 1L 2 0 1 O 4 1} 3{(15) 3(15) 013 & .
TBX 0.033 - 6-(18) 1 0 0 0 ¢ 0 0 0 0 0 0(00) 0 00D) 000 Tox Tox
" CPA 0005 - 6-(18% 200 0 ¢ 1 O 0 1 O 2 0 2¢L0) 2(LO) QI5*E — -
Solvam”ﬁ + 6-(18) 20 2 3 0 0 0 0 0 5 1 4 (20) 2 ( 1.0Yy 063
TBX 0014 + 6-(18 200 ¢ 1 0 {1 0 1 0O 3 0. I (L8} 3 (15) Q013 - -
TBX 0028 + 6-(18) 200 ¢ 1 1 {4 0 1 0 5 i 3{(15)Y 2( LOo) -038 o
TBX 0056 + 6-(18) 10 0 6 130 1 I @ 21 G &+ 8009 $* 800 ) Q.00 Tox Tox
CPA 0005 + 6-(18) 200 IS5 126320 12 3 2 100 578 3 IS7T#(785 ) IST®( 785 ) 025 + -

Abbreviations : gap ; chromalid gap and chsomosome gap, ctb : chromatid break, ote: chromatid exchange, csb ; chromosome break.
cse : chromosome exchange (dicentric and ring etc.); I': acentric (ragment (Chromatid type), mmel ; multiple aberrations, TAG : total no.

of cells with aberrations, TA : total no. of cells with aberrations except gap, SA : stroctural aberration, NA ¢ numerical abercation,
1) Dimeshy] sulfoxide was used as solvent.  2) More than (en abemations in a cell were scored as 10,

CPA : cyclophosphamide.

3) Others; such as attenuation and premature chromosome condensation, were excluded from the no. of strectural aberrations,

4) Eight hundred cells were analysed in each group.  5) Judgement was done on the basis of the critexia of Ishidate et al. {I987).

6) One cell was analysed. 7) Eleven cells were analysed. *: Significantly different from solvent conirol a p<<0.05. **: Purity was 98.5%.
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