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Reverse Mutation Test of

1,1,1-Tris (hydroxymethyl) ethane on Bacteria
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Table 1. Results of the bacterial reversion test of 1,1,1-tris (hydroxymethy!) ethane (st trial)
{direct method:-S9]
Dose Revertant colonies per plate [Mean + S.D.]
Compound
(ug/plate) TA100 TA1535 WP2 uvrA TA98 TA1537
Test sub. 0 102 116 108 10 10 10 21 22 21 27 23 28 8 8 7
[109 = 7] [10 = 0] {21+ 1] [26 = 3] [ 8+ 1)
156 126 111 110 17 10 10 21 22 25 27 25 23 9 6 8
[116 = 9] [12 + 4} [23+ 2] [25 £ 2] [ 8% 2]
313 104 103 107 11 10 9 23 19 24 20 25 23 11 14 9
{105 + 2] {10+ 11 [22+ 3] {23+ 3] [11 x 3]
625 106 105 100 7 11 10 22 20 23 21 22 23 6 9 5
{104 + 3] [ 9+ 2] [22 + 2] [22+ 1} [ 7+ 2]
1250 9% 109 110 10 8 15 22 24 23 20 25 19 13 7 10
(105 + 8} [+ 4] [23+ 1] [21 + 3] [10+ 3]
2500 102 101 100 8 9 5 18 24 15 24 19 18 6 10 6
{101 + 1} [ 7+ 2] [19 £ 5] [20+ 3] [ 7% 2]
5000 93 98 98 5 9 5 17 20 24 16 15 17 9 9 4
[96 + 3] [ 6+ 2] [20+ 4] [16+ 1] { 7+ 3]
Positive control 766 786 763°*' 405 402 380" 183 186 167* 455 456 483<' 457 440 431¢
{772 £ 13] {396 * 14] (179 £ 10] [465 + 16] [443 =+ 13]
a) 1AF-2; 2-(2-Furyl)-3- (5-nitro-2-furyl) acrylamide, 0.01 pg/plate b) :NaN;; Sodium azide, 0.5 xg/plate
¢)AF-2, 0.1 ug/plate d):ACR; 9-Aminoacridine hydrochloride, 80 ng/plate
Table 2. Results of the bacterial reversion test of 1,1,1-tris (hydroxymethyl) ethane (1st trial)
[activation method:+S9]
Dose Revertant colonies per plate [ Mean * S.D.]
Compound
(«g/plate) TA100 TA1535 WP2 uvrA TA98 TA1537 -
Test sub. 0 100 108 116 13 13 10 21 26 24 22 26 30 10 10 11
108 + 8] [12+ 2] [24 + 3] [26 + 4] [10+ 1]
156 120 103 105 15 11 10 22 26 27 31 25 27 8 9 11
[109 = 9] [12 x 3] [25 + 3] {28 + 3] [ 9+ 2]
313 114 106 111 13 17 16 24 22 25 33 34 30 9 11 14
(110 + 4] [15+ 2] [24 = 2] {32+ 2 [11+ 3
625 114 99 112 11 11 16 23 26 26 24 29 24 16 11 14
{108 + 8] [13£ 3] {25+ 2] [26 + 3} {14+ 3]
1250 98 104 102 13 17 10 22 27 22 28 29 28 13 9 11
{101 + 3} [13 = 4] (24 = 3] [28 + 1] {nn+ 2
2500 103 94 101 10 12 8 20 29 23 29 24 22 8 11 11
[99 + 5] [10+ 2] [24 = 5) [25 + 4] [10+ 2}
5000 9% 91 87 8 8 9 19 23 18 25 29 20 14 9 U4
{91+ 5] [ 8% 1] [20 £ 3] [25 = 5] {12+ 3]
Positive control 405 407 420 283 329 306 513 525 499¢<’ 240 224 266 143 188 164%
[411 £ 8] [306 + 23] [512 + 13} [243 + 21] [165 + 23}

a) 12-AA; 2-Aminoanthracere, 1 ug/plate b):2-AA, 2 ug/plate c):2-AA, 10 ug/plate d) :2-AA, 0.5 ug/plate
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Table 3. Results of the bacterial reversion test of 1,1,1-tris (hydroxymethyl) ethan{2nd trial)
[direct method:-59]
Dose Revertant colonies per plate [ Mean * S.D.]
Compound
(ug/plate) TAI00 TA1535 WP2 uvrA TA98 TA1537
Test sub. 0 99 110 109 15 15 14 22 25 20 24 22 25 9 8 11
(106 + 6] [15+ 1} [ 22 + 3} [24 + 2] [ 9+ 2]
156 111 115 100 15 10 13 24 24 25 24 27 21 8 14 13
[100 + 8] [ 13+ 3] [24 + 1] f24 £ 3] [12+ 3]
313 92 107 105 18 10 12 24 20 19 26 23 24 9 14 11
{101 = 8] [ 13+ 4] [21 + 3} [24 + 2] [11+ 3)
625 101 109 104 14 18 |4 21 23 23 23 21 22 16 13 13
[105 = 4] [15+ 2] {22+ 1] [22 + 1] [14 £+ 2]
1250 107 101 117 11 10 11 23 18 23 24 27 22 11 10 5
{108 + 8] [11+ 1] {21+ 3] [24 + 3] [ 9+ 3]
2500 98 100 102 100 16 13 29 23 20 20 22 23 10 M4 9
[100 + 2] [13x 3] [24 £ 5} [22+ 2] [11 + 3]
5000 9% 88 91 17 14 15 22 22 17 24 20 22 10 15 10
[92 + 4] [15+ 2] {20+ 3] [24 + 2] [12+ 3]
Positive control 729 702 722 310 318 330°* 164 195 188°' 432 406 402 441 421 410*
[718 + 14] {319 = 10] {182 + 16] (413 + 16] {424 + 16)
a) . AF-2; 2-(2-Fury!)-3- (5-nitro-2-furyl)acrylamide, 0.01 ug/plate b):NaN;; Sedium azide, 0.5 ug/plate
¢):AF-2,0.1 pg/plate d):ACR; 9-Aminoacridine hydrochloride, 80 wg/plate
Table 4. Results of the bacterial reversion test of 1,1,1-tris (hydroxymethyl) ethan (2nd trial)
[activation method: +59]
Dose Revertant colonies per plate [ Mean + S.D]
Compound
(ug/plate) TA100 TA1535 WP2 uvrA TAS8 TA1537
Test sub. 0 119 103 116 14 14 10 26 20 23 33 27 30 9 10 13
113 + 9] 13+ 2] {23+ 3] {30+ 3] (11 £ 2]
156 109 103 116 4 17 16 26 22 24 28 23 23 10 11 9
{109 =+ 7] [16 £ 2] [ 24 + 2] [ 25 + 3] [10+ 1]
313 128 125 102 16 10 13 21 23 28 27 31 26 10 13 13
{118 + 14] [13+ 3] [ 24 + 4] [28 + 3] [12+ 2]
625 117 127 120 13 13 13 25 22 21 24 27 32 16 1t 1
[121 =+ 5] [13+ 0] {23+ 2] [ 28 + 4] {13+ 3]
1250 105 122 122 18 13 18 23 22 25 28 34 29 10 11 13
{116 + 10] {16 + 3] [23+ 2] {30+ 3] [11+ 2]
2500 132 113 109 10 13 16 25 24 20 25 26 34 11 15 17
[118 + 12] [13+ 3] [ 23+ 3] [28 + 5] [14 + 3]
5000 105 100 106 10 10 6 24 20 26 22 28 30 11 13 8
(14 + 3] [ 9+ 2] [ 23+ 3] [27 + 4] {11+ 3]
Positive control 366 380 380 310 310 313% 460 447 451° 255 295 250¢ 187 169 170*"-
{375 + 8] {311 + 2] {453 = 7] [267 + 25] {175 + 10]
a) ;'2-AA; 2-Aminoanthracene, 1 ug/plate b):2-AA, 2 ug/plate c) 12-AA, 10 ug/plate  d) :2-AA, 0.5 pg/plate
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In Vitro Chromosomal Aberration Test of
1,1,1-Tris (hydroxymethyl) ethane on Cultured Chinese Hamster Cells
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MBS % 10 % *PAEEE RV < ) > HE (R T#)
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=, 1 BEFEEKB ) s EEMA, SOMEEREL
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8. HBRAELSIURBRBOLT
MR BRERE b L0, FEEAEERE T
AL O ICERBABEOVWTRIZBWTD
1200 pg/mL(10 mMAHY) ¢ RELTREL L, UTH
W2 TR UZEISHERZ L MR BEE L RE L.



111-FUZ(EROF X F YT H

—O0~— 24 brs.

80 |

60 [

Survival (%}

a0

.|

° 2 " —_—
[} 913 156 259 432 720 1200

Dose (pg/mt)

Fig. 1 Dose-survival curves of 1,1,1-tris (hydroxymethyl)
ethane
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EE60 mmD 7L — b xHv, TR L RIS
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DHBEZRFL -, REAOSHIHRREEERFY
& - HABYRBSHESY LI AEEICE > TERL
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TRCOERE I— Mu Lok, BELL.
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HREBEELETLIMBOHIBEEDS %EmeErE (), 5
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BRBLUEE
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REMITEE Sk, —F, BHEMSBYWED
MMC THEE L 2 CRBAROBEREDEE LS
RAED SN, AREENERE TOREREE % Table 2
WAL, BRBRYEMEEOESA, SI mixIEFETSE
FUBGETOWThOREIBTHEBRDOIERES
BIUEEEAROFREMIBE S o —A,
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Table1  Chromosomal aberration test on CHL cells treated with 1,1,1-tris (hydroxymethyl) ethane
{continuous exposure]

Dose Time of Number Number of cells with Total Total Polyploid Final
Compound exposure of cells structural aberrations [+gap] [-gap] cells  judgement
(ug/mL) (hr) analyzed gap ctb csb cte cse oth (%) (%) (%) SA Pol
Test sub. 0 24 200 o 0 o o ¢ O 0.0 0.0 0.0 - -
300 24 200 ¢ o0 0 1 0 0 0.5 0.5 0.5 - -
600 24 200 1 1 0o 0 0 O 1.0 0.5 1.0 - -
1200 24 200 o 3 o0 1 0 0 20 2.0 1.0 - -
MMC* 0.05 24 200 15 30 1 6 0 O 435 41.5 0.5 + -
Test sub. 0 48 200 o 0 o0 0o 0 0 0.0 0.0 1.0 - -
300 48 200 1 0 0 1 0 o I X0} 0.5 1.0 - -
600 48 200 3 0 1 2 0 0 30 1.5 0.0 - -
1200 48 200 o t 0 0 0 0 0.5 0.5 0.0 - -
MMC* 0.025 48 200 15 22 0 73 0 ¢ 44.0 40.5 1.0 + -

v
*: Positive control (mitomycin C)
ctb:chromatid break csb:chromosome break cte:chromatid exchange cse:chromosome exchange oth:others
SA structural aberration Pol:polyploid cell

Table 2  Chromosomal aberration test on CHL cells treated with 1,1,1-tris (hydroxymethyl) ethane
[short-term exposure]

Dose 59 Time of Number Number of cells with Total Total Polyploid  Final
Compound exposure of cells structural aberrations [+gap]  (-gap] cells  judgement

(ng/mL) mix (hr) analyzed gap ctb csb cte cse oth (%) (%) (%) SA Pdl

Test sub. 0 - 6 200 1 1 0 0 1 0 1.5 1.0 1.0 - -
300 - 6 200 1 1 0 2 0 0 15 1.0 0.5 - -

600 - 6 200 1 1 1 1 0 0 1.0 0.5 1.0 - -

1200 - 6 200 1 0 0 0 0 ¢ 0.5 0.0 15 - -

CP* 125 - 6 200 2 0 0 0 0 o0 10 0.0 0.5 - -
Test sub. 0 + 6 200 o 0 ¢ 1 0 O 0.5 0.5 0.0 - -
300 + 6 200 0 0 o0 2 0 O 1.0 1.0 1.0 - -

600 + 6 200 1 0 0 2 0 O 15 1.0 0.0 - -

1200 + 6 200 1 2 0 2 0 0 20 2.0 10 - -

Cp* 12,5 + 6 200 23 51 2 134 1 0 74.0 73.5 0.5 + -

*: Positive control (cyclophosphamide) =
ctbchromatid break csb:chromosome break cte:chromatid exchange cse:chromosome exchange oth:others
SA:structural aberration Pol:polyploid cell
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