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HIER RN AV A RAKEFTRBIZELSERAEhTWE Z 2D, HBME%k
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CHLMIMIXBASOFEIEBAKELIEERELTENEFT b5 2F T, —HIX
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K21387978 513) ¥ AR T 10%HEM L%, BEERPIERFL, BVIE3~5H
AP e 2R D ol

¥, ROAERERFCIREREITOBIEE B,

BERORHE

Bagle-MEM & {#k#5#t (LIFE TECHNOLOGIES #t ; Lot No. 30P3066) =, Av 7 IV
7 40%— (0.45um: CORNING #) % BV CHEMRBRE L k@ (56°C, 304)
B AF 4% (LIFE TECHNOLOGIES #t ; Lot No. 39N9854) % B IREE T 10%IcR2 3
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b. 8 ¥ H ¥rL8E8 H23A (FEMEKREFMKESRE)
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d. ¥ / B # /T EER
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f. g a BT sk
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h. & & & PB: 30 mg/keg 1B (1 BH)
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5 5 S9 mix 1 ml FO&K
S 9 0.3 ml
MgCl. 5 umol
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NADP 4 pmol
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12.5ug/ml OFETREL L.

THAB AR T B

RERAE -
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RE, BRL2EKRBENMERRBRINLLL -2, AEELSEIC, 10 M B O
BRELPS6 AR (AK 5/3) »BRELE. ERBRIZCORBABREEAUTIZHAL
7.

1RSSR B,

® ® A% BEAEK (ug/ml)
RN k24 R0 6 93.3 ~ 1200
AR AL BB 480 R AL R 6 93.3 ~ 1200
SRR E -SounE 6 93.3 ~ 1200
ErEMAEE +Son] 6 93.3 ~ 1200
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3) xHBR (REFEREHR)

2. HRAR
MAYBENHRREREE, M HYOREEXRMARELEHIABR (A2
: THBR) 2FXRROBABICHEEL £.
lAR%ED2L—FERAVE.

B 2 % A B (zg/m)
530 B 7 2405 AL IS 300, 600, 1200
4 40 BB 1 485 R 40 B 300, 600, 1200
CERRAEE -SIUE 300, 600, 1200
R +S94L 18 300, 600, 1200

b, AL ‘ ®

Mk ®EH L —k (¢ 60 mn: FENSN—I7 54 FHERXEH) KUBMALBEORS,
BEHEERVWTS X10° #ifd /nl CHML-MRZER 5 nl (4 X10° #ME@) , 48
BHRLAEOEE, 4 X10° M /ml @B -@MEZEER 5 ol (2 X10° #M) %
BELL BEIHRCBHE RBRYRBERDIDVIIBENRHREE 50001 Z2m
X, TORUBLTSHMNBERZH T RICREBAREZMEMNL 2.

c. SRR EE :
EREERNTEXI0 @R /nlicWMLHBEZHEK 5 nl (4 X10° M) =
EEER T L —FCEELE. BEIBRIC -SIUHEDES, HEK 2 0l 2KRE,
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RAKREREMO 2 EMATIC, BR&EET 0. 20e/m), ThAbEEER | nl 520
el oa)vtz3 Rgiw (LIFE TECHNOLOGIES #k ; Lol No. 22K5165) ##mL, #i
BoREPHMTHELIEE, ROT, BERERLECLEBBLUEE, 005% M0 7
> (LIFE TECHNOLOGIES #k ; Lot No. 16K9063) ZAWTI L —Fr25HiR%
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F LY REAR (MERCK # ; Lot No. 540074625) TI2ARMIRELAE. 2540 FEEL
KWL Ik, HESEE.
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(X600 BE) THZEL, REFOBEBMNE{ELTFvyv 7 (gap) , REHEFEY
Wi (ctb) , HEELIN (csb) , RESERTHR (cte) , FBETM (cse) BIY
Z Dt (oth) OMEEFTICHELE. R, SHEMEMERER (3nllE) OHERE
el ZXEL, REHRPIVIEIRBFELICHERBEERNTFEL, REKUE
HROGHRBDOENIBER, TOERCHERNUZEECROL,/FELREEN L, »

DERDONBMN ST TVRVWESCOAFry vy TELTEELE., B, Fvrv7
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TRTOFEFEEZI—RELER, SAFIHETHELULE.

HROMI

ERBRBOBERE2F T2 ML SV EEENROMBEER, FTRICRT S
ZHOWTHEBL, SoRkBHAES L VWIIHKRYEORABRCKRELESRDENEREK
BEIHELE BRFMEF vy vy 7O RETIMREZSDEEFICOVTHE > .
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REBR#EREZL Figure 3, Table 3 B X T Appendix 1 KRL .
LLI-FPUA(EROFIAFII) T VABHTORCEREREZSTIIESK
MO BEEEDT, BREMBEAF THoE. £/, WTHOUBBRICIBLTHS
HBHoBIPESOFEE L ABBEERIERI N AL .

~%, BENBHYKE M TUBRLAAHRTEIREERERENZIHBERIN, T0O
HERBEEIL tgapT 43.5% 2R L 7.

M AL EE 48 AL BB

HBEE % Figure 4, Table 4 B & Appendix 2 KKRL &,
BERDRIEBEBTORGEMBEREZSTICBEAARO HLBIHAEIL, FENBEIE
ETHoM., T, WFNOUBRICBVLWTHEELHREEERIIBRI AL
7.

BEAEMNBTIIB AR +gapT 4. 0% BB L &

ST AL PR B -SOMLER

HBER%Z Figure 5, Table 5 B KT Appendix 3 IKRL%.

BRURILEBR CORBHEBERLT ST CHESME@BRO HBEHEE D, BHEMEEF
BTholk. ¥, WTFhoLBEICPVWTLRAEF IHRBEAREIRARI A,
7=,

—%, CP TUABLAHTRABESHLESATONZVEY, RAURBEOAKTIESR
BREDSHRM- k. ’

SRR RS9 B

HEBRER% Figure 6, Table 6 3L TL Appendix 4 IZRL =
BEBRYRALAEBRTORBEBBER TSV HRENROLRMER, BFRNBEM
ETholt. T, WTHOABBCBLWTHHESFIHRBILERIARE LD
’=.

—%, RBE#®EEZLBEETIBAENEDR CP TLELZHMRETIR, BHOREM
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12, Z8B LUHEES :

L1LI=FY R (EFaFv2FN) & OEREME, +2obbREaEREFRE
OFEERINT D20, HEME (CHL) AW in vitro ReFER¥FHRBREEM
L.

REAEL L CHBEENGFRRAFEREZECERALABELR D VICEFBOEEIBS W
T, 10 nM HEDREE TRELE.

TOFBR, EFLEE (4B X C48EEAE) ROTICERELEE (-S9B X T+S9
ME) DLLI-FPY R (EFRrXYAFN) o4 VABBCRARRRGEESTOD
FRIIBOOARI o L.

—%5, BESEHIVEBESBCORBAREHERERIVWTL b Y VY F—OF
BF—FOWARNTHY, FREREFHPTHIILERLTVE. '

ULEDORBRBEEND, ARBREGTREWTLLI-FI R (B RpFYXAFN) =
ZrOWEILAEEMRIE T ARGEATHEREICBEL, BELHELE.

BB, BBLeEHMTHAHIIR (ERkaxviAFn) 73 0=y, MY 2 (e kn
XVAFN) TI)xEY NAFeZndL RBIRMIR (B RaxdAFN)
=ShaRAF OV TOEREFRERRICETIHE I 2o k.
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Figure 1. Dose-survival curves of 1,1, 1-tris(hydroxymethyl)ethan
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—o— [continuously exposure : 48 hrs]
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—o— [short-term exposure : +S9]
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Figure 6. Incidence of structural aberrations induced by
1, 1, 1-trisChydroxymethyl)ethan [activation method : +S9]
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Table 1. Results of growth inhibition test on I, 1, 1-tris(hydroxymethyl)ethan [continuously exposure] Exp. No. 3173 (115-061)
[continuously exposure : 24 hrs) {continuously exposure : 48 hrs]
Compound Dose (gg/ml) Survival (%) [ ¥ean ] Compound Dose (zg/ml) Survival (%) [ ¥ean ]
Saline a) ] 100. 0 [ 100.0 3 Saline a) 0 100.0 [ 160.0 1
100. ¢ 100. 0
Test substance 93.3 101.2 [ 102.0 1 Test substance 93.3 93.1 { 89.41
102.7 100. 8
156 85.5 [ 95.81 156 101.2 { 100.5 1
. 85.1 99.8
259 96. 3 [ 97.3 ] 258 53.9 [ 98.6]
. 98. 3 - Cot : 87.2
432 104. 8 [ 101.5 3 432 97.0 [ 5731
_ 98.1 87.5
1
720 95.6 { 96.0) 720 95.0 [ 96.41]
02 96. 3 97.9
o
1200 98.0 [ 100.3 ] 1200 95.7 [ 96.3]
' 102. 6 : 85,9

50% Growth inhibition dose was as follows:
{continuously exposure : 24 hrs]
[continuously exposure : 48 hrs]

Not inhibited
Not inhibited

a): Solvent control
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Table 2. Results of growth inhibition test on 1, 1. 1-trisChydroxymethyl)ethan (short-tera exposure] Exp. No. 3173 (115-061)
(short-tern exposure : -89) [short-term exposure : +59]
Coapound Dose (ug/al) Survival () [ Mean ] Compound Dose (ug/ml) Survival (X) [ Nean ]
Saline a) 0 100.0 [ 100.0 ] Saline a) 0 100. 0 [ 100.0 ]
100.0 100. 0
Test substance 93.3 104.8 [ 102.4 ] Test substance 93.3 98.7 [ 98.1)
100.0 - 97.4
156 100. 4 [ 102.7 ] 156 104.6 [ 103.4]
104.9 102.1
259 101. 4 [ 101.2 ] 258 . 92.4 { 93.81]
101.0 95.3
432 98.6 [ 100.3 } 432 96.5 [ 54.4]
102.1 : 92.4
720 96.7 [ 98.11] 720 98.7 ( 101.8 ]
99. 6 104.8
1200 93.5 [ 101.5 ] 1200 96.5 { 95.71]
103.6 95.0

50% Growth inhibition dose was as follows:
{short-tera exposure : -§81 Not inhibited
{short-term exposure : $59] Not inhibited

a): Solvent control
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Table 3. Chromosome aberration test on CHL cells treated with 1,1, I-tris(hydroxymethyl)ethan Exp. No. 3173 (115-061)
[continuously exposure : 24 hrs)

Number No. of cells with .
Compound Dose of structural aberrations Total Total Polyploid Final
(ug/ul) Cells (+gap) (-gap) cells judgement
gap ctb cte csb cse oth &) ¢9] €9
Saline a) ] 200 0 0 0 0 0 0 0.0 — 0.0 — 0.0 - -
Test substance 300 200 6 0 1 0 0 0 0.5 — 0.5 — 0.5 — -
600 200 1 1 0 0 0 0 1.0 - 0.5 — Lo - -
1200 200 0 3 1 0 ¢ 0 2.0 - 2.0 — Lo~ -
¥C b) 0.05 200 15 30 66 1 0 0 43.5 + 415 + 0.5 - +

ctb: Chromatid break cte: Chromatid exchange csb: Chromosome break cse: Chromosome exchange oth: others
a): Solvent control
b): Positive control (¥itomycin C)
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Table 4. Chromosome aberration test on (L cells treated with 1,1, 1-tris(hydroxymethyl)ethan Exp. No. 3173 (115-061)
{continucusly exposure : 48 hrs)
Number No. of cells vith
Conpound Dose of structural aberrations Total Total Polyploid  Final
{ug/nl) Cells (4gap) (-gap) cells judgesent
gap cth cte csb cse oth £3] %) ¢))
Saline a) ] 200 0 0 )] ) 0 ] 0.4 - 6.0 — L¢ - -
Test substance 300 200 1 0 H ¢ 0 0 1.0 - .5 - 1.0 — -
600 200 3 0 2 1 ¢ q 30 - 1.5 — 0.0 - -
1200 200 0 t ] 0 1 0 0.5 — 0.5 - 0.0 — -~
C b) 0. 025 200 15 22 13 0 ] 0 4.0 + 4.5 + L0 - +

ctb: Chromatid break cte: Chromatid exchange csb: Chromosome break
a): Solvent control

b): Pasitive control (¥itomycin C)

cse: Chromosome exchange oth: athers
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Table 5. Chromosone aberration test on CHL cells treated with 1, 1, I-tris(hydroxymethyl Jethan Exp. No. 3173 (115-061)
{short-tern exposure : -S§]

Number No. of cells with
Compound Dose of structural aberrations Total Total Polyploid  Fimal
(ug/nl) Cells (+gap) (-g2p) cells judgement
gap ctb cte csb cse oth €3] €)) %
Saline a) 0 200 1 1 0 [t} 1 0 L5 - 1.0 — 1.0 — -
Test substance 300 200 1 1 2 0 0 0 L5 — 1.0 — 0.5 — -
600 200 1 1 1 1 ] 0 .0 — 6.5 — .o ~ -
1200 200 1 8 0 9 1) 9 6.5 — 0.0 — 1.5 — -
CP b) 12.5 200 2 ] 0 0 0 0 L0 — 0.0 — 0.5 — -

ctb: Chromatid break cte: Chromatid exchange c¢sb: Chromosome break cse: Chromosome exchange oth: others
a): Solvent control
b): Positive control (Cyclophosphamide)
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Table 8. Chromosome aberration test on CHL cells treated with 1,1, 1-tris(hydroxymethyl)ethan Exp. No. 3173 (115-061)
[short-ters exposure @ +58]

Number No. of cells with

Conpound Dose of structural aberrations Totzl Total Polyploid Final

(ug/ul) Cells (+zap) (-gap) cells judgement
gap cth cte csb cse oth €)) €3] )

Saline a) 0 200 0 ] 1 0 0 0 0.5 - 0.5 — 0.0 — -

Test substance 300 200 0 0 2 ] 0 0 1.0 - .0 - .¢ — -

600 200 1 0 2 0 0 0 1.5 — L0 — 0.0 ~ -

1200 200 1 2 2 0 0 0 20 — 2.0 — 1.0 — -

Pb) 12.5 200 23 51 134 2 1 0 74.0 + 73.5 + 0.5 — +

cth: Chromatid break cte: Chromatid exchange csh: Chromosome break cse: Chromosome exchange oth: others
a): Solvent control
b): Positive control (Cyclophosphanide)
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