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Exp. No. 9049 (115-200)

Table 6. Chromosome aberration test in CHL cells treated with 2,6-bis(1l,l-dimethylethyl)-4-ethylphenol
[ Continuous treatment : 24 h]
Relative Number Number of cells with Number of cells Number of Number of
Compound Dose Time of Cell of : structural aberrations with cells polyploid
(ng/mL) exposure growth cells aberrations analyzed cells
(h) (%) analyzed gap c¢tb cte csb c¢se oth -gap (%) for polyploid (%)

2,6-Bis (1,1 0 a) 24 100.0 200 2 1 1 0 0 0 2 ( 1.0) 200 0 ( 0.0)
—dimethylethyl)

~4-ethylphenol 35.0 24 102.5 200 0 2 1 0 0 0 3 ( 1.5) 200 1 ( 0.5

55.0 24 104.7 200 0 3 0 0 0 0 3.( 1.5) 200 3 ( 1.5)

75.0 d) 24 35.6 200 2 0 0 0 0 0 0 ( 0.0) 200 0 ( 0.0)

MMC b) 0.05 24 138.5 200 12 18 46 0 0 0 54 ( 27.0) * 200 0 ( 0.0)

Abbreviation: ctb;

-gap: total number of cells with aberrations except gap

* :Significant difference from control (Fisher's exact test):p<0.025
a): Negative control (Dimethyl sulfoxide, 10 pL/mL)

b): Positive control (Mitomycin C)

d): Visible precipitation was observed at the end of exposure period.

chromatid break, cte: chromatid exchange, c¢sb: chromosome break, cse: chromosome exchange, oth: others
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Appendix 1. Chromosome aberration test of 2,6-bis(l,l-dimethylethyl)-4-ethylphenol Exp. No. 9049 (115-200)

[ Short-term treatment : -S9]
Relative Number Number of cells with Number of
Compound Dose Time of Cell of structural aberrations Only Total cells Polyploid
(png/mL) exposure growth cells - gap (-gap) analyzed cells
(h) (%) analyzed gap ctb cte ¢sb cse oth (%) (%) for polyploid (%)
2,6-Bis (1,1 0 a) 6 100.0 100 1 1 0 0 0 0 1.0 1.0 100 0.0
—dimethylethyl) 6 100.0 100 0 1 0 0 0 0 0.0 1.0 100 0.0
-4-ethylphenol
35.0 6 129.3 100 0 1 1 0 0 0 0.0 2.0 100 0.0
6 131.8 100 0 0 1 1 0 0 0.0 2.0 100 1.0
55.0 6 110.3 100 0 1 1 0 0 0 0.0 2.0 100 1.0
6 129.7 100 0 0 1 0 0 0 0.0 1.0 100 0.0
75.0 d) 6 46.4 100 1 0 1 0 0 0 0.0 1.0 100 0.0
6 51.5 100 0 0 0 0 0 0 0.0 0.0 100 1.0
85.0 d) 6 28.1 NA
6 i2.1 NA
MMC D) 0.1 6 71.4 100 6 16 27 0 0 0 3.0 38.0 100 1.0
6 85.8 100 . 6 18 217 0 6] 0 2.0 38.0 100 1.0

Abbreviation: ctb; chromatid break, cte: chromatid exchange, csb: chromosome break, c¢se: chromosome éxchange, oth: others
-gap: total number of cells with aberrations except gap

a): Negative control (Dimethyl sulfoxide, 10 pL/mL)

b): Positive control (Mitomycin C)

d): Visible precipitation was observed at the end of exposure period.

NA: Not analyzed
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Appendix 2. Chromosome aberration test of 2,6-bis(l,l-dimethylethyl)-4-ethylphenol Exp. No. 9049 (115-200)
[ Short-term treatment : +S9]

Relative Number Number of cells with Number of
Compound Dose Time of Cell of structural aberrations Only Total cells Polyploid
(hg/mL) exposure growth cells gap (—gap) analyzed cells
(h) (%) analyzed gap c¢tb cte «csb c¢se oth (%) ($) for polyploid (%)
2,6-Bis (1,1 0 a) 6 100.0 100 1 1 1 0 0 0 1.0 2.0 100 1.0
-dimethylethyl) 6 100.0 100 1 1 0 0 0 0 1.0 1.0 100 0.0
-4-ethylphenol )
25.0 6 71.9 100 0 2 0 0 0 0 0.0 2.0 100 1.0
6 104.2 100 2 1 1 0 0 0 2.0 2.0 100 2.0
35.0 6 85.7 100 0 3 4 0 0 0 0.0 6.0 100 7.0
6 92.3 100 2 2 3 0 0 0 2.0 5.0 100 4.0
45.0 6 50.7 100 3 5 3 0 0 0 2.0 7.0 100 6.0
6 49.6 100 1 5 7 1 0 0 1.0 10.0 100 4.0
55.0 6 44.7 100 2 4 7 0 0 0 2.0 8.0 100 8.0
6 31.1 100 1 2 7 0 0 0 1.0 8.0 100 2.0
CP b) 12.5 6 137.3 100 2 7 29 0 0 0 1.0 34.0 100 0.0
6 100.4 100 3 20 35 0 0 0 1.0 43.0 100 0.0

Abbreviation: ctb; chromatid break, cte: chromatid exchange, c¢sb: chromosome break, c¢se: chromosome exchange, oth: others
—-gap: total number of cells with aberrations except gap :

a): Negative control (Dimethyl sulfoxide, 10 nL/mL)

b): Positive control (Cyclophosphamide)
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Appendix 3. Chromosome aberration test of 2,6-bis(l,l1~dimethylethyl)-4-ethylphenol Exp. No. 9049 (115-200)
(Confirmative examination) [ Short-term treatment : +S9]

Relative Number Number of cells with Number of
Compound Dose Time of Cell of structural aberrations Only Total cells Polyploid
(hg/mL) exposure growth cells gap (-gap) analyzed cells
(h) (%) analyzed gap ctb cte csb cse oth (%) (%) for polyploid (%)
2,6-Bis (1,1 0 a) 6 100.0 100 0 1 0 0 0 0 0.0 1.0 100 0.0
—dimethylethyl) © 100.0 100 1 0 0 0 0 0 1.0 0.0 100 0.0
—-4-ethylphenol
15.0 6 83.5 100 1 0 0 0 0 0 1.0 0.0 100 1.0
6 78.4 - 100 0 1 0 0 0 0 0.0 1.0 100 0.0
25.0 6 67.1 100 0 0 0 0 0 0 0.0 0.0 100 1.0
6 76.6 100 0 0 0 0 0 0 0.0 0.0 100 1.0
35.0 6 63.1 100 1 0 1 0 0 0 1.0 1.0 100 8.0
6 66.9 100 0 0 1 0 0 0 0.0 1.0 100 6.0
45.0 6 37.9 100 1 3 5 0 0 0 0.0 6.0 100 5.0
6 34.9 100 2 2 6 0 0 0 1.0 6.0 100 11.0
55.0 6 17.1 100 0 2 5 0 0 0 0.0 6.0 100 9.0
6 28.6 100 0 1 3 0 0 0 0.0 3.0 100 5.0
65.0 6 5.0 Toxic
6 7.2 Toxic
CP b) 12.5 6 125.4 100 2 9 36 0 1 0 1.0 41.0 - 100 0.0
6 112.8 100 2 9 50 0 0 0 1.0 53.0 100 0.0

Abbreviation: ctb; chromatid break, cte: chromatid exchange, csb: chromosome break, cse: chromosome exchange, oth: others
—gap: total number of cells with aberrations except gap

a): Negative control (Dimethyl sulfoxide, 10 pL/mL)

b): Positive control (Cyclophosphamide)
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(115-200)

Appendix 4. Chromosome aberration test of 2,6~bis(l,1-dimethylethyl)-4-ethylphenol
[ Continuous treatment : 24 h]
Relative Number Number of cells with Number of
Compound Dose Time of Cell of structural aberrations Only Total cells Polyploid
(ng/mL) exposure growth cells gap (—gap) analyzed cells
(h) (%) ‘analyzed gap ctb cte csb cse oth (%) (%) for polyploid (%)
2,6-Bis (1,1 0 a) 24 100.0 100 1 0 0 0 0 0 1.0 0.0 100 0.0
—dimethylethyl) 24 100.0 100 1 1 1 0 0 0 1.0 2.0 100 0.0
—4-ethylphenol
35.0 24 95.6 100 0 1 0 0 0 0 0.0 1.0 100 1.0
24 109.4 100 0 1 1 0 0 0 0.0 2.0 100 0.0
55.0 24 109.2 100 0 1 0 0 0 0 0.0 1.0 100 0.0
24 100.2 100 0 2 0 0 0 0 0.0 2.0 100 3.0
75.0 d) 24 29.6 100 2 0 0 0 0 0 2.0 0.0 100 0.0
24 41.6 100 0 0 0 0 0 0 0.0 0.0 100 0.0
MMC Db) 0.05 24 139.4 100 5 9 20 0 0 0 3.0 24.0 100 0.0
24 137.6 100 7 9 26 0 0 0 4.0 30.0 100 0.0
Abbreviation: ctb; chromatid break, cte: chromatid exchange, csb: chromosome break, c¢se: chromosome exchange, oth: others

~gap: total number of cells with aberrations except gap

a): Negative control (Dimethyl sulfoxide, 10 nL/mL)

b): Positive control (Mitomycin C)

d): Visible precipitation was observed at the end of exposure period.
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3. HEREREHME

3.1 HAERETEE

AERE S : B-5805

AR R E : 2,6--tert-7 FI-A-TF N T = ) — DT v NERANE

2 ERHEE AR A ST 28 BHMXER O &5 EEFER

32 HERBEM

WRMEEZ Ty M2 ARIRERAORE L, ZOEEBFHLNITIELBHIT. £
D& 2BRADEEHMEZRT CTEEOMHEMLZRADL L2 BHE L, B, AR
BRI ESHA Y VY —F v ¥ —EPEREZESOERREZIT T2,

3.3 HERRRE
BEAREE EERELR FEETHEHR LEWERENRE
T100-8916 HEART(UHXEEA R 1-2-2

3.4 HERRIEE
BRXEHER YV —F o 2 —
T156-0042 REEHBEASXPIEA 1-3-11

35 EEREIEMD
Bt R ) Tz

1) BB OYRERAE A VRS
BRREERY VY —F ko & — HBEENERT
T412-0039 ##EBREESHHE L 1284 '

2) TREEAREE
MRAESHER SV —F ko ¥ — HRAPER
T419-0101 F#[6 R B 5 EVBI FETRR =A% 1308-125
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4. EH

Sprague-Dawley & SPF 7 v b [Crl:CD (SD) ] ZHWT, 2,6-V-tert-7 F-4-TF
N7 )= VORBEEIZLIZ2EHEECICZOREEEZRA L, BE5EEIT 0
(0.5wiv% A F v m—ZKEEIR « xFRREE) | 15, 60 KT 250 mg/kg/day & L. 28
HEREREREORE Lz, | BEOBMEIIREER O 250 mg/kg ¥ 5-8F THERMES 12
T, 15 R 1" 60mg/kg B ERE CTHERES 6 L& L7z, D5 H, MREEKR T 250 mg/kg %
BREOMERER 6 Bl OWTIE, 28 BB 5% 2 BEIKRE S &7,

1) —%ﬁ%sﬁﬁﬁ—ﬂﬁ%®ﬁ$~%%ﬁﬁsﬁﬁ&Uﬁﬁﬁﬁiwﬂi~ﬁ
ENHVICELSES

BEROEIEHMZEL, WThoBEEBRICH, %%%E&%@zﬂﬁ 2 bh

o T,

2) RIRE (EKEED)
BERDS 250mg/kg BREHOBIIRD bz, TOEMIAIEIZ L v EEL, HE
PERRB D b Tz,

3) MERFRE

M/MRBR T 4 7Y ) =57 BEOBEE CIZEEESS e v R 7T 2F kR
DIER D 250mg/kg T EEEOMEREIZ, 7' b o v B URFBOER A 250mg/kg & 5-FHD
BB Oz, ZThODEMIIREIZEVIEERD D WVIEFERE L. Wb EEER
B b,

4) mikEFRE * ;

WAL AT a— VRERUOREZAEEDEMED 250mg/kg B SHOMEREIZ, TP T A
DEED 250mg/kg B EHEDOHEIC, U VBB O R E & CE R OIRED 250mg/kg 57
DHEIZFED bz, ZHODEMIIRIEIZL D HERD D WITEBE L., Wb EEMSE
wuy) Ej’bflo :

5) REBERE

REALRR F R E I BT B/ NIEF OB AE K2 60mg/kg LL_E D 5B DM
Kz, FRIBROTERS ERHIBRIE R AS 60mg/kg # G5 REDHE & 250mg/kg $% 55 D MEREZ
wu&an O E(LITEREME £/, ZhODOE{iE, REICLVEEL, H
EHERBED LN,

ui@%%ma\Kﬁﬁ%#?ﬂ%ﬁéL&v%nf%w41%w7z/—w®ﬁ

HEBITMHEL b 1Smg/keg/B EHEINLTE, 2B, RO LONEELIT, KREIZLIDHE
KHDVITEE L, WTNHEEEEZRL 2,
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5.

#E

EAREE EEAME BETER CEPWEREXMREOKEICLY ., 2,6-T-tert-
TFNA4-TFNT =/ —)v%Ty M 28 ARIKEROERS L, ZOEELHALNIT
THELLIC, 2 ARAREL, BEOREMEERA T, TORBEZRET D, &8,
EILT HEERONTA RT A 72 E3UTOEY THD,

1

2)

)

GLP
(FRILFEHES IR IR E T 2 R Bhask B 2 EEICOWT

(ERE 15411 H 21 H : ZEARSE 1121003 &, FErk 15-11-17HFEHE 3 &, BRIE
BFE 031121004 5. ¥Rk 17 4 A 1 B HKKIE)

ENRBRAA KA

(BRI EE S IR AIRBOFIEICONTY

(R 15411 B 21 B : EAREE 1121002 5, FAL 15-11- 13 WBHE 2 5, BRHE
B 031121002 5, FERL 179 4 A 1 B H&EBIE)

TOECD Guideline for Testing of Chemicals 407 ]

(OECD B#E4£ : 19954 7 A 27 H)

BHDiEHt

(& O BER NVERICET 5 IEE]

(FEBFn 484 10 B 1 H¥EESE 105 5. Ak 174 6 A 22 HEKKIE)
[EEREIY DOFE R RE L N ER OERICEE 5 &)

(Erk 1844 H 28 HEREA LT 88 5)

TEV ) EBR DB IE 72 EHEIZET T2 A RTA )

(BARZEM=% FR 186 A 1H)

10

-189-



B-5805
6. HEBRMHRUAE

6.1 HERMERUEK
6.1.1 WERME

WEBRWE 2,6-F-tert-7 F I -4-TF L7 = ) — LT EABEFERSE L0 5
AN, YRBRIERALEZHEBRWEO o vy FES, MEZIIKROEY THD, .
RBREEZ RMASEE 1ITR L,

4 R :

CAS &5
AR
oy NEE
HlLEE
AFE
PR

Zif

R
DTE

L EME
wRIEFEFH L
RIFGAT

BV EoEE

A

2,6--tert-7 F ) -4-F )N T = ) — )b
2,6-di-tert-butyl-4-ethylphenol
4130-42-1

CoHsCeHy(C4Hy),OH

HAUO1

99.0%(GC)

500g

R AR RER R

45°C

272°C

234.38

BRI T RICAUEAMLFERRNSTITRA L, &
ETHDI LPERINTE,

 RERBIIAN., AEFICRE (BHREN. ERE

4~8°C)

HBAE AT RO ERFEEROE | FEHERY
B =

v A7, FREERTDS,

BB ECEROKRKREBRE L. mRY kR O5REE
LA & OBfl % BT 5,

WEmE sg wREREE L TRELE EEIZT AT
HEAREICRA LY,

B . RBHEECHERYEOBRIIEETA I IR TV, EEICIIEREET, TT
DEHEWE (SRS T L ERYE R ET) OBRELHEBEIER L,

6.1.2 27
% R ,
oy &R
A—Tg—
RIFFHIE
RIFET

AFnEra—R (Fh%4 ; A b a—X SM-400)
411523

Elb T EKNEH

=il

MBS B R ERR=E
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6.2 HEBOAH
6.2.1 L7 NG
ARG IE : AFLEALT—R (A Fa—X SM-400) %15 AK
(BRREHRBERIETH, oy MBS ; 6A93) ICHMHF
L. 0.5WN% A FLELa—RKERKE LT,
RIEFHIE : T AEBZAI, B (WERERN, ERIE ; 3~7°C)
ICRFE L, 2B, MAMRITARZ 108 L L,

6.2.2 HWERBEDFH
REZCICLERBOWHBRYE 2 EREIZEER L, 0.5whv% X F L&/ — X KEBERIZ
BEBLTHERICART v 7 Lz, #HBRIEITE 1 EU EOEECRM L, ARNEZ-H
VIRICER LT, '

6.2.3 BERORESE
BE5®RIX 1 BORESTOBENT T AEXRRICOEL, EARE THBENICRET
L7 (ERRRE : 3~7°C) ,

6.2.4 HWEADTOREN

0.5 RO 100 mg/mL BRBIKIL. BEY S EEBICANABEN 8 HEREEFEER, =
B 24 BERELEREZETH D Z EBEANESHER Y ) b —F 8 F —HEGH R
THERINLTWDS FRBRES : A-1907. BfTEE2) .

6.2.5 FRYDIRE - H—EHER
BREF 1ELE GBORECAV D FREOHRIKIZONT, TORE - H—E%E
HRASHEARY U b —F & o & — HEBGEHFRFT T HPLC % AV THER Lz, £ORRE,
FRMBEICH T HREDE ST 98.8~102.4% (FAREE : £RMEX10%) . H—HX
0.7~2.4% (FFAME : CVIO%LIN) THYH ., WTFNLHBRHMEANTH - 7= (BAHER 3
RO 4) , S8k ORI % IR T,
VIREY 720 ORBAH (BIRE)
3R (B, FROTEMLER) | 1 AIZD>E 10mL

BIEXI R Y'E | : 2,6-T-tert-7 F)L-4-F )T = ) — )b
B EXIZIEEYE
AR : 2,6--tert-7 F /-4 F VT = ) — )b
oy hEE . HAUOI
RIFFIE o K[EBRZICAIL, BREFT (WREN, ERE : 3~7°C)
WZRTF
12
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EA s : HPLC > 25 A (Waters Corporation)
HPLC 2600 E L — g UEY 2 — )b
MR 2487 5 = 7 )V A UV/VIS & %8
T — A LRI E V=T AP ruw NS T T4 Ry —
HPLC &%
BT A : L-column ODS
(5 pm, 4.6 mm 1.D.x150 mm, MEEAN {LFEYE M
AR FuikE)
T LR : 40C (7 NBIEERERE)
BENTE : T b=k U AEEDK (9:1. v/V)
BRI : 1 mL/min
i an : UV (BIEH & 280 nm)
AENEAE : 20 pL
FOBHE B : 10C (A—+V 77 —RERE)

6.3 HEFYERUVURFORIREH

EERBRIETA F7A4 k0T FERWERBRALEL IR TS, ZORR
WHERENAREDOT v MIFER I Mbh, TRERNEETHDHZ LHER
L7,

6.4 HEIMRUVELSIT

Sprague-Dawley 7% SPF Z v b [Crl:CD (SD) ., BAF ¥ — R - U N—RA&H,
EAFAET Y ¥ —) ML 2P % s BECTAF L, HFFT 9 BERE - BiLEEE
L. —fREEOBLE (1E/A) . FERE GE) ROFHEMZ —RECBE (1H)
BT, REHEMAER T RRESICEE 0L bR R Bbh b Bt s
36 JC (EREE U CHERES 248, [EIERE L L CHERES 1200) 2B, 6 8% TRERIZ
L7, ®EGHM%BE OKRESMMIL, HET200~223 g, M T 136~158g TH o7,

Biid. B - DML T OKEEMEIC X 0 IERI%., BT S A (BEEBD 2
AR OEBICESHNTEIMEL, SHOFHERENTEIETHEL LD L&
R L, BEOEMITFIZayPa— 22T oy JEEBEEKOEESHEE
DHEE (Tuy /EBETCKLERELER L, RBREROCENOEKES & EES
WEIMTH) Ik ViTodz, £72, REHWITHRSHEBICHRRRL LRI Lz,

B REREHEEICHE . HEITEIIMEES SOITTh o728, ERNICITHERES 52 IEAMA Shiz,

6.5 HfHEEH
W ITIRE 22~25°C, FIXHBEE 45~61%., R [E% 1 BERE 10~15 (8], FREA 1 B 12 K¢
i (07:00~19:00) OEMFEE=E (201 B=) T, 757 v hRE&BEE 7 — (W250xD
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