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Reverse Mutation Test of 4- (1-Methylethyl) aniline on Bacteria

L3 9)

4-(1-AFNVEF L) T ) IonT, MEERvS
ERERIBRTERLL.

WEW L LT, Salmonella typhimurium TA100,
TA1535, TA98, TA1537Y8 & U Escherichia coli WP2
wvrAD OSEHRE BV, S9 mix ERIB L CTRMARD

wihd, BERERBRCHENIRO ORI ERD,

ASERIT S9 mix ERINAER T3 46.9 ~ 1500 pg/plate,
SO mix FRHIEER T 14 23.4 ~ 1500 pg/plate DHPH THE G

L7z 7275L, TA100 & TA1535% S9 mix FIMNAE T,

ARERT T 188 F 7212 93.8 pg/plate L TF O HE THIGE
Rau-—HoARKENREMARD bR, K
SHERT] T3 5.86 ~ 188 pg/plate DEHF TER L 7.

2SR, 2BOKFREE b, TA100 & TAIS35DSY
mixBIEBRIC B VT, HRER IO - —HAEEd R
EO21EL Bz L, AEKFEErED o,

PEDERLPS, 4-(-AFVIFN)TZY vid, H
WERBRIIBWIEREWZA TS L0 (B L HE
L7

A&
1. BREE

Salmonella typhimurium TA100, TA1535, TA98,
TA1537 B & U Escherichia coli WP2 uvtA & v 72,

S. typhimurium D4 kI 1975410 A31 HIZT A Y
HEEE, AV T ANZTKEDB. N AmestE L0 5H
o =% (VAR

E. coli WP2 uvrABkiX 19794E5 A 9 H IS BV &IRFM
ZEOBEHAELREL» OS5 3.

BERIZ-S0CHUTCHHEREL-bOLAY, &H
BRI, EERFREORERC, 73/ BEXR
¥, UVESH, BER(f)BLUT7 v EYY YRR
FpKM 101(7 7 A 3 F)OFEICOWTHRN, FiELH
BAIRTWAZ L RHEREL.

SERICEELT, —a— bYx ¥ b7 ANo. 2(Oxoid
Ltd) # AN LFERABRECREL-EHE —E&
L, STCTIOMBAEIRL IBELLOLRERA
e L.

SHHEENC L Y 660 nm OB EELBEL, REH
mowELHmELL. -
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2. #HEBRME

4-(1-AFAIFNV)T Y it, BEEETHS. A
WBEBRYEE, v FES970918, MEE99.27 % (A #
1:0.32 % MIPA, 0.10 % OIPA) T Y, =HAMmILE®
(HE) oS S, EBRYEL, FARICERT
EXLTRELL.

4-(-AFNZF )T =Y Vi, TAFNVANVEXFY
F(DMSO, v FES . TPIS678, FEALEE THER) 12
ARLTESHEOFARN AR L 2%, FEETHE
ORECHFRL TESLPICHBICAW.

3. fetxdRRmE
- eia By E B & OFOBEEEBMTOEB YT
H5b.
AF2 12-(227 9 n)-3-(5-=ra-2-7 Y N) T 7 Ul
T 3R (FIYGAISE T W)
SA T UALF R U A (FIGEIEE T W)
9AA *9-7 I /72 ¥ (Sigma Chem. Co.)
2AA D 2-7.3 /T ¥ b Tt v (AN )
AF2, 9AA B X D'2AAIZDMSOIZ, SARBHIKICE
L7 D% -20C CHEERMAL, Mk, #PricHi
ERIZHW .

4. EHEH LUSO mix DI
1) by TTH— (TAREMAE)

FTRHoOKEEA) BLTB) ZFELICIOFE TR
AL7:.

(A) 237 b7 A~ (Difco Lab.) 0.6 w/v%
ik by A ' 0.5 w/v%
(B)* L-kRAFT 0.5 mM
D-¥AF 0.5 mM

* WP2 uvrAB ik, 05 mML-hY TR T 7 > KB
o LAYAS

2) AREH
Heiid, BREAETEREORD /I T - AR
YRV, 0B, il Lblh 0B TROLBY
ThH5. ‘ o
g~ 7 A v A - TR 02¢g

VT BBV ik 2g

N UVEBIKEZAY T AL 10g

YUBE—7 vEZ T A 192¢g

KEEETF U YA 0.66 g

T a—A 20g
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HRERER

KEFEEX (EKER) 15¢
FO MmOy —L1IH-030mLEHR L TED:
LbDTH5D.

3)  S9 mix
ImLP FROETEE .
So*+* 0.1 mL
b g Sy 8 ymol
-t [ R R A 33 pmol
Zva—A-6-1) B 5 pmol
- NADH 4 pmol
NADPH 4 gmol

F Py a-Y CEEBEE(PH74) 100 gmol

** - 758# D Sprague-Dawley 27 v F 2 7 x /N
V¥ =V (PB)B LU 56-~ V75K (BF)
DOBFHAZE CREFEL THERSNASH(F v
— V) R,

5. HBHE

TUA v Fax—T g rEINZLY, SO mix ERMRA
BB X S mix ik EAT o 7.

ANABRE DI, WERYERMKO0.1 mL, V) EERE
#0.5 mL(S9 mix 7 MERERIC BV TiE S mix 0.5 mL),
BREFWOImLE2RESL, 37CTFM7 VA Fa
N—2aryLiob, H45CERRLN Yy 772
mLEZMZ CTRAL, EHREBFERECHRL TERD .
T/, BB L CHBRYERREOND O ITHERGE,
FoRBEORMBYRBR AV, SRERAIL
WCHWZ M BYRE OB L THE & Table il
RL7z. FRRCERL-HBRIC DV, BEBLUE
MATEEBER B L Uz, EEIL37TCTL8EFERITY, £
UERERau - -HKrBREdau=—7454
W2 HVCHELZ. HEEOFEIZOWTIE, AR
HHVITEFREHET C, EREAOBXEDIREL,LH
WL 7. V2 FREARRERBRICBV TR, FES
FUOBBMRBECEAINT D, FHEBIC VWY
2k L7 F7, FRBRICBVLTIE, HNEEBLIUE
BB E, 3FToH, ThThOFHELITE
REZX RO, ARZERBRI1IE, FABKI20EK
L, REOBRAMERELL.

6. ﬂigﬁ A

HOLsBOREFHD I b, 1HBUELOKRERDSI
mix ERIMEEE D 5\ iE SO mix imERERICBWT, #HER
WEEEETHIFER LB LIERERIU -~ HOF
WED, BT REO2MEL L, o
AMBIUCHEETE RO ORBE, YEHEERD
BREEHBRIIBWTEREEYETH b0 (M) L4
i R Al

BRPIUEE
50.0 ~ 5000 ug/plate DEFR TAKLZH3L LT, HE
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ZFORR, IXTOREEDSI
3WTC ),

RERABRTERL.
mix ERMARB L FREMABOVWTRICE
1500 pg/plate L. EO R B CHEB RO L7z,

L7255 T, FRRICBII2EEHAEIE, S mixE
RSB B L UEINERER & © 1500 pg/plate & L7z,

BEHEE %1500 ug/plate & LT, A2 T6~7THE
PRELTCARRKRERIZFEM L7 (Table 1). #0OREE,
TA100 & TA1535? S9 mix FMABR TIX, Fh €469
~ 750 pug/plate 5 & 18234 ~ 375 pg/plate D &= CHE
JEBEOEA L 2 AERER I - HOBMIRE
HHN, FRFNI88 B L U938 ug/plate T THELTF
mizwmLs., 22T, ZThoizowTit, KRR O
ERIC Ko T, TREHHEE 188 pg/plate iZ TIFTAK
2T6HEBZHRE L/ (Table 2). ZO&E, MREH L
bREKGHLZERERa D —KoBmryRooh,
46.9 pg/plate T BIED 215 1E L 7.

TA100 & TA1535% S9 mix ERIFAER B L K2 0D
REBICOVWTIER, FRRILF-HECARARIIZE
W L7-(Table 2). 0%, 2EIOREBR & BN RE
DAUEUEE R 2 ERER IO - —FOEMIED 6
ol

PEDKRED S, REBRWEILS mixBmmMEHETT
TAL00 & TAIS3SICHEBRERLFRT L DLEEZ LN
5. YHEBRYWEORAKIENEIX, TAL00 S9 mix &M
RER BT B 34542 (KRR, 46.9 ug/plate) T, [~
GUHTEBY 2BUNBYE2TI /T b7 OfE
(919000) D# 27053 D1 TH - 7=.

UEDERIIERIE, 4-(1-AFNVITFN)T = Vi,
AVRABRIIBWCERESLY A TL L0 (M) &4
E L7

LB, FEBWEIEF v A= —X - NAR Y —5EEM
frAVvLIRERREERBCEBRECH oY, T2,
EEBRWEOEFAYOT =) v IBXFm F AT
VO, BRERABRCEREOHERIBELORLTVS

Xk
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Tablel  Mutagenicity of 4- (1-methylethyl) aniline on bacteria(I)
With (+)or | Test substance Number of revertants (number of colonies/plate, mean+S.D.)
without (-) dose Base-pair substitution type v Frameshift type
59 mix (pg/plate) TAL00 TA1535 WP2 uvrA TA98 TAI1537
0 116 131 127 8 11 8| 15 30 28| 26 20 19 7 7 6
( 125+ 7.8) ( 9t L7 ( 24x 8.1) ( 22+ 38) ( 7t 06)
46.9 110 141 143| 15 9 6| 26 23 32| 25 18 17 5 4 5
( 131%185) ( 10t 4.6) ( 27+ 46) ( 20+ 44) ( 5+ 06)
93.8 151 147 149) 11 10 8| 35 23 19| 20 19 24 6 8 4
( 149t 2.0) { 10% L5) ( 26% 83) ( 21+ 26) ( 6t 2.0)
188 128 129 128 7 8 9| 28 27 28] 25 23 29 709 10
( 128+ 06) ( 8+ 10) ( .28+ 0.6) ( 26+ 31) ( 9% 15)
$9 mix 375 125 141 141 13 13 7] 2 17 21| 28 20 20| 10 6 10
() ( 136x 9.2) ( 1% 35) ( 21% 4.5) ( 23t 4.6) ( 9t 23)
750 126* 128 150 8 8 15| 26 20 24| 17 11 11| 1* 9+ 4*
(135+133) ( 10+ 4.0) ( 26% 2.5) (" 13+ 35) ( 8+ 36)
1500 0 0 0f o o of o0* o0* o0f o0+ o0 o0 0+ 0t 0*
( 0% 00 ( 0k 0.0) ( 0 00) ( 0t 00 ( 0t 00)
0 126 152 147 12 14 6| 37 28 33{ 40 32 26| 14 10 15
( 142%13.8) ( 11% 4.2) ( 33% 4.5) ( 33 7.0) ( 13+ 2.6)
234 231 272 258 | 24 25 21| 30 38 35{ 66 47 53| 12 12 14
( 254+20.8) ( 23+ 21) ( 34+ 4.0) ( 55+ 9.7) ( 13+ 1.2)
46.9 208 312 303| 32 29 40| 38 32 347 5 46 44| 16 6 13
( 304+ 7.1) ( 34+ 57) ( 35% 31) ( 49% 64) ( 124 5.1)
9338 208 308 348 | 42 37 46| 20 33 28| 48 47 47| 18 18 17
( 318+26.5) ( 42+ 45) ( 30+ 26) ( 47+ 08) ( 18+ 06)
S9 mix 188 2864 350 404 | 37 36 36| 44 33 38| 54 40 49{ 18 14 11
(+) { 346160.1) ( 36+ 06) ( 38% 55) ( 48+ 7.1) ( 14+ 35)
375 338 331 360| 31 32 29| 29 41 44| 40 29 48| 13 18 15
( 343%15.1) ( 31 15 ( 38t 7.9) ( 39+ 95) ( 15t 25)
750 344 319 339 14 13 21| 36 42 33| 42 5 39| 17 20 16
( 334+13.2) ( 16x 4.4) ( 37t 46) ( 45+ 85) ( 18% 2.1)
1500 o o of o0* o0 of o o* of o o o o ot o
(0% 00) ( 0t 00) (- 0t 0.0) {( 0% 00) ( 0t 00
Positive | Chemical AF2 SA AF2 AF2 9AA
control [Dose (ug/plate) 0.01 05 0.01 0.1 80
S9mix | Numberof | 531 569 ‘548 | 566 654 355 | 208 212 195 | 619 601 605 | 323 400 342
() [ colonies/plate ( 549+19.0) (525+153.7) ( 205+ 8.9) ( 608+ 9.5) ( 355+40.1)
Positive Chemical 2AA 2AA 2AA 2AA 2AA
control |Dose (ug/plate) 1 2 10 0.5 2
S9mix | Numberof |1026 1064 1002 | 454 467 430 | 794. 762 878 | 517 535 557 | 448 418 459
() | colonies/plate (1061£33.1) ( 450+18.8) ( 811+599) ( 5364:20.0) ( 4421212)

Purity was 9927 %, and 0.32 % MIPA and 0.10 % OIPA were contamed as impurities.
AF2:2-(2-Furyl)-3-(5-nitro-2-furyl) acrylamide , SA:Sodium azide, 9AA:9-Aminoacridine, 2AA:2-Aminoanthracene
*:Growth inhibition was observed.
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Table 2 Mutagenicity of 4- (1-methylethyl) aniline on bacteria (II)
With (+)or | Test substance Number of revertants (number of colonies/plate, mean+S.D.)
without (=) dose Base-pair substitution type Frameshift type
S9mix | (ug/plate) TA100 TAI1535 WP2uvrA TA98 TA1537
0 145 153 140 7 1 11} 15 21 30| 26 23 28| 17 8 6
( 146+ 6.6) ( 10+ 23) ( 22+ 75) ( 26+ 25) {10+ 59)
46.9 130 130 143 6 9 9| 18 27 20| 21 19 16 4 5 4
( 134 7.5) ( 8+ 17 ( 22+ 4.7) ( 19+ 25) ( 4% 06)
938 126 150 152 8 8 81 23 18 21| 19 23 22 9 6 1
{ 143+14.5) ( 8+ 00 ( 21+ 25) ( 21+ 2.1) { 10+ 4.0)
188 157 141 1614 10 11 7{ 25 28 21| 24 24 23{ 11 11 12
S9 mix ( 153+10.6) ( 9t2y1) ( 25+ 35) ( 24+ 06) ( 11+-06)
) 375 157 162 161) 14 11 7] 23 28 25| 17 13 29 9 6 12
( 160+ 2.6) ( 1z 35 ( 25+ 2.5) ( 20+ 83) ( 9% 30
750 145% 114* 129*] 16* 4* 5% 17 20 20 4* 15* 9% 3+ 2% 5*
©( 129%15.5) ( 8+ 6.7) { 19+ 17) ( 9+ 55) ( 3t 15)
1500 0* 0* 0% 0 0% 0 0* 0* 0 0* 0* 0* o0 o0* o0*
( 0+ 00) ( 0+ 0.0) ( 0t 00 ( 0t 00) ( 0t 00
0 143 141 130{ 16 8 17} 29 30 21| 27 37 34 8§ 13 1
( 138+ 7.0) ( 14+ 4.9) ( 27+ 4.9) ( 33+ 5.1) ( 12+ 32)
5.86 180 195 233| 17 16 15 NT NT NT
( 203+27.3) ( 16+ 1.0)
117 255 230 235 28 15 24 NT NT NT
( 240+13.2) ( 22+ 6.7) )
23.4 258 292 254 | 24 25 32| 38 23 34| 62 41 33| 18 12 17
( 268+20.9) ( 27+ 44) ( 32+ 7.8) ( 45%+15.0) ( 16% 32)
46.9 308 284 297] 35 34 28| 39 36 36| 41 47 56| 13 24 15
S9 mix ( 296+12.0) ( 32+ 3.8) ( 37+ 1.7) ( 48+ 75) ( 17+ 59)
(+) 93.8 344 279 303{ 28 30 34| 40 32 41| 53 43 58| 17 20 15
( 309+32.9) ( 31 3.1) ( 384+ 4.9) ( 51+ 76) ( 17+ 25)
188 319 288 300| 38 37 33| 40 31 30| 48 34 49| 12 13 15
( 302+15.6) ( 36x 26) ( 34+ 55) ( 4+ 84) { 13+ 15)
375 NT NT 33 39 25| 48 43 45| 13 14 17
( 32+ 7.0) ( 45+ 25) ( 15+ 21)
750 NT NT 28 43 30| 47 51 43| M 18 12
( 34% 8.1) ( 47% 4.0) ( 15% 3.1)
1500 NT NT 0* 0 o0f o 0t oY o 0. 0
( 0% 00) (. ox00] ( 0t 00
Positive Chemical AF2 SA AF2 AF2 9AA
control Dose(;zg/platé) 0.01 05 0.01 0.1 80
S9mix | Numberof | 518 565 545 | 574 556 557 | 196 200 207 | 502 586 586 | 483 460 470
. &) colonies/plate ( 543+23.6) { 562+10.1) ( 201% 56) ( 588+ 3.5) ( 471£115)
“Positive | Chemical 2AA 2AA 2AA 2AA 2AA
control  |Dose (ug/plate) 1 2 10 05 2
59 mix Number of {1079 999 1015 | 438 392 383 | 727 722 748 | 459 500 459 | 317 321 372
) colonies/plate (1031£42.3) ( 404:-29.5) ( 732+13.8) ( 473+23.7) { 337+30.7)
Purity was 99.27%, and 0.32% MIPA and 0.10% OIPA were contained as impurities. -
AF2:2-(2-Furyl)-3- (5-nitro-2-furyl) acrylamide ,. SA:Sodium azide, 9AA:9-Aminoacridine, 2AA:2-Aminoanthracene
*.Growth inhibition was observed.
NT:Not tested
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4-(I-AFANIF V)T v DF v 4 ==X - NAARY — ML AV 5
Yt KRR

In Vitro Chromosomal Aberration Test of 4- (1-Methylethyl) aniline
on Cultured Chinese Hamster Cells

L2 5]

4-(1-AFNLF V)7 =) v OEFERRICRIZT TR
BIZFEHEBIIOWT, Fy4=—X - NLRY —HHE
MRS (CHL/TU) * AV T EREABRTER L.

ST (24 B5R) B X U R (6BFR) 1 BT B
50 % WA SIIERE L, EHEME TI20.2 mg/mL,
SO mixFEFETBLUFEET COERBMETIE, £
nZh05 mg/mLB X033 mg/mLTHo 7. &R
TOMBIRE, 50 %HATEBEHIRIRE O2MEREL &
EMEEEL L, FhEFNAL2THBRERELS. &
FAME T, 24FBB L U4 HALEE R, MR
TIESO mixFEFAET B L UFFAT CORFMME L, e
B THEIC IS RS, EREZEREL, RETHZ
LIl DR EREFRE LR L. REEASH I
Beh mEREE, 248 L C4SEHERLE T
0.20 mg/mL, S9 mixIFEHFETB L OHFET TOERFH
MBEC30.25 mg/mL B X U70.30 mg/mL Th o722 &k
»o, TRODBRELTBRERL L T3BENZBIEN
£+ LT

CHL/IU #Mifa % 24 B 88 & (P48 BF R E A LB L 7o v
ThoRBEIIBWTY, REKOBEREDB L UHK
W OBRIERIED SN hd -7z, SO mixFFHE
THBIUOFAET COERELETE, WTLORLERIC
BTYH, HEAOBERFTIZO e, o7z, 59
mixIFFE T T, VWThOBREEEIIB W T MM
BOBRERRID ONED o7 —F, S9 mixFFiE
TTi, EEERE (P<OODICBVTHEENRDL
nH, 74 v vy —OEERRERICBVTRVTRO
WEHTLIAEZEEPOONBZOOLNED» o722 LD
5, BELHEL.

PDEofRLY, 4--2FxFN) T2V}, L
HORBREHT CREGRELZFRELZVERH LI,

Bk
1. EAL /8 , .
JH—F - YU —2ZN 7 (JCRB) H* 6 AF (198842
A, AFE g4, BE2R) LFr 1 =—X -

NHR S —EEOCHL/IUMBL %, RAHMEMA 101

HTHERIBW.

2. BEEHDOHER
REF#EC, F4 0% (CS:Cansera International) % 10

350
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vol% i U7z 4 — 7 A MEM (H 7K BL3E6R) Br &~ v
7.

3. IEEEG
2X 1048 CHL/ITUMIRL %, BERS mL & ANz 571
v ¥ 2 (#86 cm, Corning) 123§ %, 37CDCO, {4 ¥ ¥

N—5—(5% CO,) ATHEL 2. EHEME T, Mg

BESHECHBRWHE L MR, 24BRB & 48 RepmE
L7z, 7, SEMRE T, MiEE3HBICSI mix
FHEETB L UFET CORFRMIE L, MEBRT R
RIEFHT S O I8FFRIEEEL /2.

4, 59

So9(Fva—<r@it, 7= /Y =) EL56-X
V7GR HRE L - Sprague-Dawey R T v b D
FEALCHRBL-DOREA LA, SMEI3FmII L
T5vol% & L7z,

5 iHERME .

4-(1-AF N ZF V)7 =) (2 v NES 1 970918,
=, ER)W, BEEET, RIS LTEI100
mM &%, DMSOTit2 MELE, 7% b > 50 mg/mLEL
LTHEBL, ST, #.2226-227°C/9.9 kPa, HE
99.27 % (fiLlc At & L MIPA 0.32 %, OIPA 0.10 %
FEL)OWETH -7, BEBEWEERAE, ®iE, &%
TEHETH-7.

6. tHERME DR

BBRYWEORARER, FHO LTz, BEG
DMSO(a v + &% : DLF7049, FGAIE TE®) &M
Wi, BEATEBCEEL CERRETREL, DWTERE
FREBCHEAFRL UAEOBREOHBYERARBE L E
B BEWERARK, TXTORRBRICBOTEE
D05 vol%Ic B kS i rz. ‘

7. WREEMHREC & 5 WBREORE

Rt A RERRICHAV D HEBRWE ONBIRE Y RET
2129, EBHEOMBMMIIRITTEREERAL. #
Exiy o CHL/IUMIRL (3 3 2 B IHIVER 3, BUEKE

MR EES (Monocellater™, +# 1) CRAKETER)

FPROTEEOMMELY L, HEBRYELEFOBHE
SEBEEC A A MM OE b o TIREL L., 20
FER, 24BFRIEFALIEIC BT B 50 % MK ER R BE
X, 02 mg/mLChos. T/, SOmixI EFETBL
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--Ji--- treated for 24 hr without S9 mix
—@— treated for 6 hr with S9 mix
i e treated for 6 hr without S mix

Cell growth (% of control)

°01 h _____0_____,__.__——-———“'"__.

&, -~

u ", e

e %, \P,»v‘“'"”(
~~~~~ \ P
RS T mammammans F ]
Junileemann=
0 v v —

T ¥ T T T T
0 020 040 060 080 100 120 1.40

Concentration (mg/mL)

Fig.1 Growth inhibition of CHL/IU cells treated with
4-(1-methylethyl) aniline

U°SO mix FEEF CHEBEERAAE L /%61, 0.5 mg/mL
B &£ F0.3 mg/mLTH - 7= (Fig. 1).

8. EBREEOHXE
HWFEMMHAROSE R LY, REFRETREBRIBV
T, EHFUES S CEREREO T X TORERET, 50
% MRIEEREIIHIRE O2fFEE s REABIREL L, &
W2 T5EEr iR L7 (2485 B X 048 By E fr L
o 0.025, 0.05, 0.10, 0.20, 0.40 mg/mL, S9 mixJF
HHETCoEMBME : 0.063, 0.13, 0.25, 050, 1.0
mg/mL, S9 mixfEAE T COEEBME | 0.038, 0.075,
0.15, 0.30, 0.60 mg/mL). BB E L L THWA
v A bYA Y CMC, BRBERTER BLUY 0
AA 77 3 F(CPA, Sigma Chemical Co.) &, {EFTHH
K (WA BETIE) CHEMRLTHERLL. ThEhg
HEREEZFERTLIIEFHONL T A2BETEHL
7.
FREERERBIIBVWTEIEES V4D T 1 v
vak v, F0)LO2BITREEKERETERL, 5
DAMIZ DOV T IS BB EMAEERN I X Y Mg HER
e L7,

9. REFERERNE

L OEEKRTOBEEC, INEI FEREEENY
0.1 pg/mLIZ7 % & 5 WHEREICMA /2. REEERD
VEBLIEE I > T o, AT A4 FEREBET v
2O EGH/ER L7, R L ZERE 3 vol% ¥ A YE
WMCHE LT,

10. RS

MR R EOR R L SRBRICL D, 20 %L E
OHMMEFERT, »227F4 v 2 b bi205 % LD
SEEHEY R L BRLESVEETBENRORERER
L, BEHROIBERTRE L], TOKE (Table
1,2), EEMAETI20.20 mg/mL, SO mixIEEETB L
U°S9 mix fAAE T COERBME CIE0.25 mg/mLB L
0.30 mg/mL 7%, SEESHMOTFELESRBRE TH o
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ZEpS, ThLDBREYSUCIBERTEHENSLEL
7z,

EBIL - A4 FEEADH L, 100749 vabhb
BONITRERLEDLATA N, ARDBEEVETNLEFNL
AN G S LI a— F{ELARBETHIL
7o, oS, OARRBERESS - HABR
ERRFn A (MMS) V2 X 5 5 EEICE D W TIT, B8
HEH B VI EESEREOX v v o, Y, KB ED
s RE O f & L 55 (polyploid) DHEIZDWT
BE L. FEEEEICOWTIZIE200ME,
IR oW T 1 BES00E O 4 B M & A L 7.

11. FEHT

HALFEATEE, BB X OB BREE & R HALEERE
IOV T OSSR, BIEL/-MBE BEREORE
B, EEEEBOBUIOWTERL, SBOMEER
SFHMICEEALL.

RO AEE YA T HMBEOHEBEEICOWT, BEN
BB B ENEEL LU B RER T v Uy
—DOEERBREICLY, FEERETEBLL
(p<0.01). 7, HEEEHIIBLTCIrI Y - 7T
37y YOMEMEREY (p<001) 24772, THRLOR
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BHMBEEREIAZ > 57, SO mixFAETTHE, &
FMRREDEE, FEEHNRD LN (p<0.0D) 25, &
B8R (0.30 mg/mL) 2B 1) 5 HBAREIZ0.63 % L B.<,
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TwnZ s, BELHELL.
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FAETCEREESEIZOON-Y, F/2, BHEYHT
HBHT =) IOV THE, REAREIRIIBVT, B
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Table 1  Chromosome analysis of Chinese hamster cells (CHL/IU) continuously treated with 4-(1-methylethyl)
aniline (MEA)** without S9 mix

Concen- Timeof No.of No. of structural aberrations No. of cells Polyploid” Trend Concurrent Mitotic
Group tration exposure cells Others” _ with aberrations %) test” _cytotoxicity” index”

(mg/mL} (hr) analysed gap ctb cte csb cse mul” total TAG(%) TA(%) SA NA (%) %)
Non-treatment 20 0 1 0 0 0 0 1 0 1(05 1(05 013 — —
Solvent”0 24 200 1 1 0 0O 0 0 2 4] 2{(10) 105 0.25 100.0 —
MEA  0.050 24 20 0 3 0 0 0 0 3 0 3(15 3{(15 013 84.0 -
MEA 010 24 20 0 1 1 0 0 0 2 0 2(10) 2(1) 000 69.0 —
MEA 020 24 20 o0 3 0 0 0 0 3 0 3(15 3(15 000 - - 50.5 5.2
MEA  040** 24 — — 355 Tox
MC 0.00005 24 200 3 3 110 3 0 0O 152 0 100*(50.0) 100*(50.0) 0.00 —
Solvent”0 48 200 0 0 2 0 0 0 2 0 2(10) 2(LO) 013 100.0 —
MEA  0.050 48 200 1 0 0 0 0 0 1 0 1(05 0{(00) 013 99.5 —
MEA 010 48 20 0 1 0 0 0 0 1 0 1(05 1(05 013 - - 815 —
MEA 020 48 200 0 1 0O 0 0 o0 1 0 1(05 1(05) 0.00 49.0 6.4
MEA  040*** 48 — : — 55 0.1

MC  "0.00005 48 200 0 65 238 8 2 20 333 4  139*(69.5) 139*(69.5) 038 — —

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, TAGtotal no. of cells with aberrations, TAtotal no. of cells with
aberrations except gap, SA Istructural aberration, NAnumerical aberration, MC . mitomycin C, Tox:cytotoxic.

1) Dimethyl sulfoxide 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<<0.01. 6)Cell confluency, representing cytotoxicity, was measured with a
Monocellater™. 7)Number of metaphases per 500 cells was scored in each dish in order to select the highest dose enable to analyse
chromosomes. *:Significantly different from solvent control at p<<0.01 by Fisher's exact probability test. **:Purity was 99.27 %. MIPA(0.32
%) and OIPA (0.10 %) were contained as impurities. ***:Chromosome analysis was not performed because there was small number of
.metaphase due to cytotoxicity.

Table 2 Chromosome analysis of Chinese hamster cells (CHL/IU) treated with 4-(1I-methylethyl) aniline (MEA) **
with and without S9 mix

, Concen- Timeof No.of No. of structural aberrations No. of celis Polyploid® Trend Concurrent Mitotic
Group tration S9 exposure cells Others”  with aberrations %) test” cytoto:;icity” index
(mg/mL) mix (hr) analysed gap ctb cte csb cse mul” total TAG{(%) TA(%) SA NA (%) )
Non-treatment 200 o1 0 6 0 0 1 0 1(05 1(05) 0.00 — -
Solvent”’0 - 608 20 06 2 0 0 0 0 2 1 2(10) 2(10) 000 100.0 —
MEA 0063 - 6-(18 200 1 2 0 0 0 0 3 0 3(15 2(10) 013 88.0 —
MEA 013 - 6-(18) 20 0 0 0 0 0 0 0 0 0(00) 0(00) 013 820 —
MEA 025 - 6—(18) 200 0 0 2 06 0 0 2 0 1(05 1(05 013 - - 80.5 15.1-
MEA 050" - 6-(18) — — 9.0 Tox
MEA - 10** - 6(18) — — 225  Tox
CPA 0005 - 6(8 200 0 1 0 2 0 0 3 0 3(15 3(15 025 — —
Solvent”0 + 6(18 20 2 1 1 0 0 0 4 0 3(15 2(10) 000 100.0 -
MEA 0075 + 6-(18) 200 0 4 0 0 ¢ 0 4 0 4 (20 420 0.00 83.5 —
MEA 015 + 6(18) 200 0 0 0 0 0 0 0 0 0(00) 0(00) 013 - + 780 —
‘MEA 030 + 6(18 200 6 1 6 0 0 O 7 0 6 (30) 6(30) 063 ] 59.5 9.9
MEA  060** + 6(18) — — 28.5 Tox
CPA 0005 + 6(18) 200 3 43144 0 0 0 190 1 104*(52.0) 102*(51.0) 0.13 — —

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 Itotal no. of cells with
aberrations except gap, SAstructural aberration, NA:pumerical aberration, CPA Icyclophosphamide, Tox : cytotoxic.

1) Dimethyl sulfoxide 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<0.01. 6)Cell confluency, representing cytotoxicity, was measured with-a
Monocellater™. 7) Number of metaphases per 500 cells was scored in each dish in order to select the highest dose enable to analyse
chromosomes. *:Significantly different from solvent control at p<0.01 by Fisher's exact probability test. **:Purity was 99.27 %. MIPA(O. 32
9%)and OIPA(0.10 %)were contained as impurities. ***:Chromosome analysis was not performed because there was small number of

metaphase due to cytotoxicity.
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