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2,6--tert-7 FN-4-F )L T = ) — )LD 500, 1000 KT} 2000mg/kg/ B &K 24 B
BT 2EHRAHREL, 2R EREBN 24 BBICEHBEERZ/ERLBE L, £
T BB ELTO05%AF Lo — A KBEREERYEREH R CHEE CRE
L. BHEMSBELTYA b= CD Img/kg % 1 HRE L, BHBHEEKRZ ER
LBREIT- T,

TORR, EHERDEREHO/INKERTH2HERMLKOMBBEE L, B RE
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5 Fi #% o AL ER

6.1.2 373
Z2E

2,6-T-tert-7 FN-4-F VT = ) — )b
2,6-Di-tert-butyl-4-ethylphenol
4-TF)-2,6-T-tert-TF N T = ) — )b
4130-42-1

(3)-540

Hs;C OH CH;

l l
H3C —C CH3

H31C éHiB

CH,CHs
Ci16H260

234.38

FSRZS

& s~ R

TLOTVEAE~ITVEA

45.7°C

137°C/1.3kPa

HAUO1

99.0%

75g (25gx3 &)

WRERT (ERME : 2.3~8°C) . ER

HERBER HBRYWERTE,. £ | IEHRERYE
FRER OCEFBEEDERFST

BMRRE TR, ARZEE CHERYEOLREL L
AL, BRABRYMET . RETHLIZ L 2R LE (B
F&EH 1) .

BB TROBREIITRTEELL,

AFErm—RX (X Fr—X SM-400)
(LLFMC &87, )
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6.1

Btk
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RIF TG
RIFG AT
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.3 BiExRYME

E2
A—H—
oy hEE
yakiii
RETIE
RESFT
BIREH

BARERT

FRlFEIERXST

0055301

EiR

HERGH R % 1 AR ERYERNE
AEBRMEIIKICEETH D70, H—REBERER
/oD MCZERL,

<A hvA T C (LUFMMC ERET, )
BREEEx Y R eH

550AJC

2mg/vial

iR, #Eh

HEGH AR 51 AR EEYEERA/TE
MMC /b ERBRIZES Anbh, BT —FZ1NEE
ThY TEERBRIA FTA 2] - TEBRLE,

k. BERRUBENBYE R

6.2
6.2.1 -2 NOESE)
6.2.1.1 EE YRS

VEEBEOMCEZRBRLUTMEBELZENAK XS RKERMETE, oy FES
0A97 (FERBR) . 1A82 (KRE) ) M THEMIEAHBEML. 0.5%MC K

BRE Lz, $lc, ARBTIRBRESRA L L THERYEZRIT 581IC,

1 BHT

OULEREOEEKY 2 BB ET T AMEIZSELE,

6.2.1.2

REAE

BEBROFAMIZER T2 THEBEN (EHME : 4.7~6.5°C (FHRBR) . 4.5~5.8°C
(BHBR) ) KRTFELE, BENBRAICOELZEERBRSKR S HITEFEL, ARG
BRKIOBLUNIZERLE,

6.2.2
6.2.2.1

B5HEOAN
B

FRECOVTHBRME LR L, LN THECER L THERICAAT v 7L
o 1 EATOBRERER 2 BHBENT T AMICHE L,

6.2.2.2

REFE

WA (BREN., FFAME : 1~10°C, EHIE : 4.5~6.5°C (FHRER) . 4.0~6.3°C (K

11
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AER) ) CREFEL. RBKEKRKSBURNIERLL,

6.2.2.3 REM - 1

0.5%MC KR Z A & T 5 RERWE D 0.5~100mg/mL I ERITHAT (BBEN.
FFAME : 1~10°C) 8 BRI+ =R 24 Bl E TREN W —ThH D Z EPHEAESHLERY
VP —FE U F—THEBINTVS (RRES : A-1907, HIETEE2)

6.2.2.4 BEERBDEE - ¥— 4R
ARRIZERATIRMOKEREO L, . TBLV ZThEh 1omLERL, BEK
O —lE2HRESER YV —F o ¥ —HEGHAHRT CRE LR, BRMEICH
T B EIA1E 25mg/mL #EBRIE T 104.8%. 50mg/mL #BRIE T 102.6%. 100mg/mL #ZER
KT 104.0%., TEMREIZZENZEN 1.9, 0.8, 1.0%THY, W billEE (X5
EIZxT 286 :100£10%., B—MH  BEMRED 10%LLT) W/ Lz, 228, HPLC
BEEANV T —va VISR Y IV h—F & — (BRRES : A-1907) TEE
ANz, HPLC AlEE OB # L TIZR LTz,

D HE OB

1) ZE¥EME
2,6-T-tert-7 FI-4-ZF )T = ) —)b
oy FES  HAUOL

2) HIEERFEE O
DT RT LI, FHERB 2~/ 2 F v 7 AF—F—THEBLERL, n=1 T
BBRLE, BEEZMATHFRL, AEERRAB2HAARM L,

‘ 1 RAER 2ER
er R EHR R R AR
(mL) (mL) (mL) (mL)
25 1 50 1 10 500
50 1 50 1 20 1000
100 1 100 1 20 2000
R BEE
3) HPLC VX5 A
HPLC : 2690 B — g &Y 2 — /b (Waters Corporation)
B2 : 2487 7 = 7V A UV/VIS ¥ i % (Waters Corporation)
T — LR EEE : V=T s ruw b5 74—V ¥ — (Waters
Corporation)

4) HPLC BIES&MH

12



A ' L-column ODS (4.6mm LD. X 150mm. % F£E Sum.
— R EHEN (LY E R AT R AE)

: 40°C
BEite : TR U AFERK (91, viv)
PR : 1mL/min
T : UV (#]7E ¥ & 280nm)
HREEARE : 20pL
A= bV 7T —NERERE
10°C

1) REER DRI
s BEARUCHEAIE
BEARUVCHAEZLEL T ERIT R oT,

6.2.3 514 >t R ' oD SR B

FAREIZ, MMC @ 0.1mg/mL KBEREZHABM L, +742b5, MMC (2mg/vial) 1 &
ZEEFHAE SmL CIAME L. 2mL 2R LT, ABAEKE? % 6mL M X T SmL
L,

E1: BAERF [ () KERETE vy &S : 1A82)
E2: BAERS [ (B XKERETE, oy bES : 0K92)

6.3 BERIVERVRKEORRESR |
~ U RMERBRICESAVDLRTEY . ZORRICEM SN ERFEO~ 7 2134
Mak<mohn, HRENFPBECHD I EMLBRLE,

6.4 RERIY

ICR % SPF ¥ 7 & [Crlj:CDI(ICR), AAF ¥ —V R » U A, EREEF
Ty —]) % THEBT, THEABRAL UCHRES 16 8%, ARBA L L CHE30 L=
ERAL, PHRR, ARBREOARAZ 1 B oA, 8 ARMKRE - BIHLAEF L,
BE - BMLREETHMP I EERNE (AFB. REKTBEROHESTH) ROMESAE,
KEWRE, THR2EO—FKREZ 1B 1EHEEL, TOREZLLEEFORVEY

(TIEaRER - MEMESR 1200, AER : #E2500) 2BIRL, sEEHTRBRICH L,

FERLZEO 1EE&E5E (BESREBIRSAR) KRBT A EESMEIX. T
RBRDHE 30.2~33.3g, M 25.6~28.9g. ARBRMHE 31.6~37.6g THoTz, HuITHRD
RAEMIZ, IBBEORERICEARIORA L. RBVARAIZLVEREFRIEE (T

R MERESR 4 DL, ARRBRAHE S L) |
E3: RBRIHBESICHY, EXEEIIMES ISIETHod, ERCIIMES 16 EBRHA S
niz,

13
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E4: RREBEHFICED, EXEBIIHE229ETH -7y, EERICIEHEIOLBMHMA ST,

6.5 MWMEEH

B ITIRE (FFASH 23+£3°C) BFHEHER 21~25°C, ARER 22~24°C, HxEBE
(GF A& 50+£20%) B TERAR 47~58%. AR 40~48%, #REE 1 FFRSHZY
10~15 81, BREA 1 B 12 B[ (07:00~19:00) DFEE (HEEE S : THAR 1035
. ARBR 106 B=8) THRE (FUA r7Lb—7  BAF ¥ —/L R« ) X—KREH)
EANTTSTRAF s —2 (W155x D245 xH 150mm : BAZ VL7HRRNEH) I
1EFTHONE L. BEFE CRF-1(FV o2 VERTEKRRNESE . 2y FES:110803
(FHRB) . 110908 (ARFRER) )] RUEKEIAK (HESGHEKEK : HAKBER) %
HHICERXEHT L,

6.6 fA¥., KHKRUVEKBEHPDEAYME

s, MBI AROKREFDRBADEIZODWVTIE, FAHEVOKREIIFERA Lz y VD
L T4 HT U725 — & % Eurofins Scientific Analytics b ZnENAF L., fREKIZD
Wik, KEERICERLEAKEOSITZZEHE LT v 7 KA SHICEHR (4 4 FH)
WWHEEL RBRYPMERIET 27 22 AF L. ERLEREEORVWI L 2 BERL T,
ZFOELERF LI,

6.7 EPOBEINKRVT—OADRT

INEVY R BAE : THRER Tl 351~382, ARBRTIX 738~767 DEF N
FEENT-BEE2 ARBICES L,
EmEE : TiEREBR TIX. 100 OALITEE. 10 OALIIME (HEI1X 0 &

B 13E) . 1 OFLXEERES L Lz, KRBT,
BEEZ L (BRI, K, P, SAERK OB
STREEODIE) I 4fTDEFEZFEZ 2172, 1000 DALITEE.
100 OALITME (HEIZ0FE) | 10 & 1 DALIZEEESL
Liz, THRAR, ARBRLLEEESIT 1 hDEED
BEEOHT, FRABTFr—VICHE (B) Tttty
F LU IR, BRRES, BRERKE, &
HE, %, 8HEERVCEEEZESEZR R LE, BITF
HRRTCIIHYWRBRKT B, ARRCIIEHERL %
BRSO L 7=,

6.8 Bl

B, BE - BMEHIR S, AERC—RIRBICEERZ ORI Do B &z E
AL, Bog %R (1 HERER) OKEZEIC, EHOTHBERTEILETY
BRI HEHER L, BEOERITEI=Ya— 2RV ny /BEEIE

14
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EUOEFESMHEOREY (Toy /REBEETLERBEEZERL, RRERVHEAO
EHEESLEERICEHVYECR) KLV iTV., BIWEER % ER L.

6.9 EERE. BEAEZRUEINLOERERH
BEREZ, EERARIC-BHICHAVW IR OKES E Lz, #EAEIX 20mL/kg
FELL, VR TZVUVXVIALEY U TFTERANT, BN 24 HBR T 2B E LT,
BRI EORSKEEBIESAOREL»RBIZEHLE, £, BUHEMNBEEICE
0.5%MC KK %2 FRICEE Lz, BESREICII~ Y XEHHRIC/MMEOFERI®
HEENTWS MMC % 25G ODEHNSZAWTERERNI 1| F#ERELE, #BEFEIX
10mL/kg KE & LTz,

6.10 ¥®RESRUTORTEEMNIL CIZHERK
6.10.1 T iEeABR

FHEARBROBREEI . ZEHEZEERRTAI FS 4V TED S 2000mg/kg/H & L,
AT 2 TR LT 1000, 500 Xt 250mg/kg/ BD 4 AEBEZRE L, 1 HEEY OF)
MEIIMERER 3T Uiz, £/, 2BBHRERZRON 4 KEBOEFEWIZ OV TIER
B ARAC X Y REFESE, BRERIITbRE»o7z, BEREEZR1ITTT,

#F1. PRARBEERR

v | GER | RE R B | men | sess

= /A& 250 12.5 20 2 ﬁ g m:i?g

A& 500 25 20 2 gl 3 |aan

% AR 1000 50 20 2 ﬁ ; I

BREARE 2000 100 20 2 i‘é ; ey
6.10.2 AR

FHRBRICB W T, S HMHE 3RO~ 7 2 % BV T 250,500, 1000 & U 2000mg/kg/
B2 24 REFR T 2 BERORE LHR. SEBRYWEHRSHIZBOT—RIKED
FEROETHIZA N2, RETI, #FRWEORSICEAE L 2BIIEAL
niEnot,

LEBoT, ARRIZBITA2EEEIR, TR ALZLNTTHARARICB T 2&EH
BETH% 2000mg/kg/ BzmMAEL L, ATAK 2 TBRL T, 1000 XU 500mg/kg/H
DIABERE L, TNICEFEZRETIRENBHERC MMC 2% 53 5 BH%xt
MEBELZMA GsHELE, 1Y oIS IE L,

BB, 2EIEREEN 24 L Lz, £/, BHERBICHL M EER

15
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BRohiholind, OB TEHETHZ L E LT,
2B, MMC DR EEBI/PEOFRIPBESIN TS Img/kg & L,
MICEBZBER L, BEREER 2.2,

BE®ZKH 24 85

® 2. AEBRHERE

. BE5E BE |RERE (RS " o B R B A

i (mg/kg/H) | (mg/mL) | (mL/kg) | mgc | 1% | BOH | B0ES (B51%)
Rt it B 0 0 20 2 | B 5 1001~1005 | #2485 ©
& A& 500 25 20 2 | 5 2001~2005 | #9524 B @
7 HE 1000 50 20 2 | B 5 3001~3005 | %924 KRR 2
m & 2000 100 20 2 | B 5 4001~4005 | #9924 65 @
5 P Xf FR 1% 0.1% 10 1 | # 5 5001~5005 5 24 BEE

*: MMC OB EBRUEBEE2RT,

a): 2B BOBRSHENLEE

6.11 HERUBREDAE
6.11.1 —IREOEHR

FHEARBREOARRLE L, 5 RREE. BREEEZ, 5B 2KHE, £k, £
OO B 1B 1E, —f&KE (EAR, RERE, TEEOCHY LR E) OBEL
Ei LT,

6.11.2 ARERE
FHARCTIIIBEERSEANO2EBREEFERETIH 1EHIE L7z (9:39~11:34),
ARBRTR, 1HEERSE»D 2EHARSERIET (BEMSRBREIZOVWTIXRERTH
WHEIE) 1 B 1EREELE (8:35~9:11) ,

6.11.3 BEHZEHRERDEH

ERERATCRABES LENBEZOMNBREER LI /IEOBEOT-DOELREL
Schmid D FiE DIt THEB L, Thbh, REEFEORMICASESIEIC~
TRAEEHEBAICL Y REESY, AAOKXKBELHH LESRLZOIK L, T0%
ImL 7 4 AR—F T VEHRE L 236G TEHRHZHANT, K 0.1~0.2mL OFJRIEMF
(GIBCO BRL, m vy F&EFE :705424) THEHEMBEEZELEFICHEWVE LE, KIT, Z
DEHBEREVCERSZAVCTEHAREFBRELFEZEML THERZIZS L,
1000rpm T 5§ /M= LSEE (b I —TEKKSH, £ EZARERLHE LC-220) L,
EEEZBT, BHEZ IV —TI<BML, XAT7A4 NI RCBKLEZ (BHRER
X1 SOEEAKBENOE 1 B EER) . BELEZERIRELIE, 2F/—1
(Foyestize TERNEE, =y FES : EPF6315) TI3INMBEELEZ#E., BORKL
oo 2B, BRIZIRBRES, A7 -V, REES, RBROBEERCERAZHEL
TS _NEMHT T2 (BRiE) &

16
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6.11.4 BHEHKERDEHE
BRIIERETITOILZDRBESZ L LIC, BEREOBFRASA RIS R1HK
EERLE, BHBHKEADT 7 YDA Ly UV ke R OEEIX, Hayashi 5D
FiE PVt oTr, PO 40ugmL 72 VU F LU UKRBIREVBE T LA A=
FRWZATA RTFREH;{ET, BE 490nm fHEDOREYe, BER 7 4 &2 —L LT
515nm L EOW R Z2F BT 2L OEMAHAERE (VAT LAEHBAME BX40 :
FV o RABREH, 2= A= F A ENEHREE BX-FLA : VU U R2AEXEH) %
AVT, RAMBE0fFTHELE,
BIERETHROERIEELL, £/, BBICAVED S TZERIT, £2TOERBE
MTHEEL:,

6.11.5 HEHEROHTE

TEEIZDWT, &FRMER 200 BEFOFERMEK (LT, PCE &iET) HRUCIESR
PR MM EREL & 2000 D PCE ICxf§ 5/MEE BT 25 REk (LI F. MNPCE & &2
T) BEEHEL, TREFhOHBEEE (%) 2RD=,

Fio, BT LIC MNPCE & £ DOHBMEE (%) . PCEHETOHBRBEE (%) I
DWTEHELEREFEZZEHL, FHBEEE (%) ZOVWTHREXRMEL &/MES R
gL,

INEOHBEE T 2EBEEOHE L., RBYESHREE & Bkt O MNPCE O
BEE (%) PDYMAFTOERT —F DEYEL3SDATHHZ L 2R LK. B
PEXTEREE L R ER G L Z B L, 2 TEHSMICE D Kastenbaum&Bowman D R
ED (FEAYE . F#l 5%) TN Cochran Armitage DR E O (HEAKLE : HA
1 R 5%) 29To7, EIZ PCE OHBBMEICHOWTIL, RBRESRE L SERYER
B8 & ORT Bartlett DRE DEITVESBME (FEKE MRl 1%) 27, S8
¥J—12 > 772 Dunnett DIRE Y (FEALE : B 1 RO 5%) &21T- 7.
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7. FHERER

7.1 T a5 BR
2,6-T-tert-7 FI)L-4-TF )T = ) — )LD 250, 500, 1000 K 2000mg/kg/ A &
517,

7.1.1 — AR RE
R % Appendix 1-1, 1-2 7R/ L7=,
— RO E R ORTHITA LN R o T2,

7.1.2 *®E
#E R % Appendix 2-1, 2-2ZR/ L7,
FETIE., BRYEOREGICHEELLBDZA LN 27,

7.2  KHE
2,6-T-tert-7 FI)-4-F NV T = J —L® 500, 1000 KT 2000mg/kg/ B, FEdExT R
& LT 0.5%MC KIRK, BB E LTMMC O Img/kg 285 LTz,

7.2.1 — AR K RE

BB DOFER % Appendix 312, #M¥E%L Table 1 ITENENR LTz,
EHBRYWEREHICBWT, —RREBOEITA N2 o7z, BESTREROBE
PRI —RREBICEREZA LN RN o T,

7.2.2 ®KE

&R DFE R % Appendix 41T, #B¥E% Table 2 IZENENFR LTz,

XL B L T, SERDERSHCHRERBIEERAON 1T, B
HEXBEIC O VT, REH#BICEFRRIADN R o T,

7.2.3 BHREHRELRADODHTRER

BB DOFER % Appendix 512, #M¥E% Table 3 ICZNFNRLIEE,
WEBRMERESH TIX MNPCE O HBEHAEN 500mg/kg/ B R EH T 0.06£0.02%,
1000mg/kg/ B # 5-3£ T 0.09+0.04%, 2000mg/kg/ B ¥ 58T 0.18+0.10% %R~ L7z, =
NHOEEZREMESRED 0.13£0.09% L LB LR W ThOERYME RS D HKE
ZFRCHEEREMITRIT, ABKENLRELLRD oo,

Fio, FHBRDEREHOLRMER 200 B2 5D 5 PCE O HBBEE X, [BHEXR
BB L T, HEFHIZEE (p<0.05) 2E{ERE RN,

728, B BREED MNPCE O HBSHEEIT, B BREE S L_EFICHEM Lz, &
bz, BEEERELOBMESBEDO MNPCE O HBEHEE X, YHMEFRICBITA2E4 0
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TEF—FDEHELIS.D.OEKENTH - 77,
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8. EE

2,6-T-tert-7T FN-4-ZFNT = ) —NVORBEERETFREOHFELRNT 2D,
Crlj:CDI(ICR)SPF v U R & FiW =/ RBR 2 EHE L 7=,

BEBFRET OO TFHARTIL, FHMEE3ILO~T X2 HWT 250, 500,
1000 %X 2000mg/kg/ B 2 24 BrEIFIRR C2EROKRE LR, EHBRWER G
KEBWT—RREOECRVOECHITA LN 2oz, BRETIE., HRVWEOREIZ
B LB bhiehrofe,

IORREL LR, ARBCRECHALRALN T FHRARICBIAIRSHETH S
2000mg/kg/ BEBEAEL L, ATALK 2 THRLT 1000 XU 500mg/keg/ B % #9 24 K¢ [H
FRC2EEORS L, 2EBEREEN U FHICEHBRERAZERLEASR LE, £
7o, BB E LTOSUMC KBRFZEBRMERGH LA CHAECRET 8., Bk
KMBLLTIA h=AT CD Imglkg % 1 EHRETIHELREL., REELFTEDOH
MicEHRHERZ R LBRE2 T, |BEYYo@mEIIRESIE L,

ZOFER, MNPCE OHBBEEICRBWT, FEBRDERSIIIRESREICEAT
MM EEREMERD LT, ABREEHNRELLBDONE Lo,

Eo, FHEBRMERERICEIT 52 2RMER 200 @2 E5H 5 PCE DHBEHAEIL, &
PR REE L B U TR FNICEERE(RERI R Mo T,

B, Bk B L BT REE D MNPCE O HBEBAE L, YHEFICBT &L D
LEEF —F OEHFEL3S.D.OBEANTHo 2 &b, RBRITEUICEBEBINTZHO
EtEZ LN,

EORE™NL, 26-Ttert-TFNA4-2F N T x ) —NVIEIERBREETT
Crlj:CDI(ICR)SPF v UV A DB I W T, LEKREEFREBITIEVLHE L,

B, 2,6-T-tert-7 F -4 F NV T = ) — Vi, EIRBARAERERRRTRE, RAE
RERBRCRIRAKOBERESLFR SN, BHEOBRNBELTHE >,
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20064 84 9B (RNEH)

20064F B84 108 (EE24FH)

2006 4¢ 8J 18R (%78 BR+EIR 24 BH)
HPLC

26 tert SFA-4-FNT = )~ (Lot No. HAUOL)

0.5 wiv% 2 Fe A o —Z KEH

0.5 XX 100 mg/mL

BRN

20064 8H 9H

#BON T AEIZAN, BF (REEA. FE#: 1~10T) RUXR

1 BFENNEZOMEREOFSNE WML (1000 LT, £
hiZHT SRAFBRONEREOTINOMATH 1002 10% LA,
: EWHRM (CV) 2 10%ELT,

KR—-VE M,

T AEWREIINE 8 AM+ER 4 RMBETHY 20— THE T L

HEBEh,

TR R RETR SRR T T SRBERIC BT 5 XBic >
WU (PR 155 11 A4 21 B : ARM 1121003 &, FrL 1611 -
17 SURH 3 5, MELRE 031121004 B, PR 1744 A 1 BRM
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TR 2 (2/2)
A-1907
A-1907(2/2)
% 7
ag/mm mm: : x:u:m (mg/mgm'm
+5EIE 24 B
0.481 0.509 0.477
0.500 0.513 0472 0.494
0.499 0.448 0.475
Mean 0.498 0.476 0.482
SD 0.016 0.031 0.010
BE(%) 100 95.6 96.8
CV(%) 32 6.6 21
104 102 102
100 104 102 101
103 102 102
Mean 104 102 102
SD 1 0 0
RAER(%) 100 98.1 98.1
CV(%) 1.0 0.0 0.0
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Table 1 A micronucleus test of 2,6-Di-tert-butyl-4-ethylphenol in mice

Clinical signs

1st administration 2nd administration
Immediately ~ About 2 hours Immediately  About 2 hours 1 day after the
Before Before
Group Dose A after after A after after 2nd
administration L. . .. R administration . . . . . .. .
(mg/kg/day) administration  administration administration  administration administration
. Number of animals 5 5 5 5 5 5 S
Negative control 0 .
No abnormalities 5 5 5 5 5 5 5
Low 500 Number of ar.lifnals 5 5 5 5 5 5 5
No abnormalities 5 5 5 5 5 5 5
. Number of animals 5 5 5 5 5 5 5
Middle 1000 tmber of anit
No abnormalities 5 5 5 5 5 5 5
. Number of animals 5 5 5 5 5 5 5
High 2000 umber o a”
No abnormalities 5 5 5 5 5 5 5
Positive control ¥ 1 Number of animals 5 R R 5 5 5 5
(Mitomycin C) No abnormalities 5 - - 5 5 5 5

- : No observation
a) : Administration was done only once for the positive control group.
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Table 2 A micronucleus test of 2,6-Di-tert-butyl-4-ethylphenol in mice
Body weight
Ist ond 1 day after the
Group Dose o N 2nd
administration administration . . .
(mg/kg/day) administration
N 5 5 5
Negative control 0 Mean 34.6 344 349
S.D. 2.0 1.9 1.7
N 5 5 5
Low 500 Mean 34.6 346 34.4
S.D. 1.9 1.7 2.0
N 5 5 5
Middle 1000 Mean 34.8 34.7 351
S.D. 1.6 1.8 1.6
N 5 5 5
High 2000 Mean 34.7 35.8 36.1
S.D. 1.7 1.8 1.7
. 2) N 5 5 5
P‘z;’;i‘; eﬂf":"gl 1 Mean 34.6 343 34.1
yeinC) S.D. 1.8 1.8 1.7
Unit: g

a) : Administration was done only once for the positive control group.
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Table 3 , A micronucleus test of 2,6-Di-tert-butyl-4-ethylphenol in mice

Observation of bone marrow smears (About 24 hours after the 2nd administration)

Group Dose N‘o. of MNPCE MNPCE(%) ¥ No. of PCE in PCE(%) 9
(mg/kg/day) in 2000 PCE 200 erythrocytes
N 5 5 5 5
Negative control 0 Mean + S.D. 32 0.13 + 0.09 118 * 11 59.1 = 5.7
Min. / Max. 0.00 / 0.25 52.5 / 64.5
N 5 5 5 5
Low 500 Mean + S.D. 120 0.06 + 0.02 111 = 17 554 + 8.5
Min. / Max. 0.05 / 0.10 45.0 / 65.5
N 5 5 5 5
Middle 1000 Mean + S.D. 2 +1 0.09 + 0.04 112 £ 15 559 + 74
Min. / Max. 0.05 / 0.15 48.5 / 65.0
N 5 5 5 5
High 2000 Mean + S.D. 4 £2 0.18 = 0.10 114 = 3 572 + 1.7
Min. / Max. 0.05 / 0.30 54.5 / 59.0
posit ) N 5 5 5 5
?;4‘;‘;;“‘,‘"‘&‘ 1 Mean+SD. 47 £ 7 234 + 0.36 100 + 9 499 + 4.7
yein €) Min. / Max, 1.90 / 2.80 46.5 / 57.0

a) : Administration was done only once for the positive control group.

b): Proportion(%) of micronucleated polychromatic erythrocytes (MNPCE) per 2000 polychromatic erythrocytes (PCE)
c): Proportion(%) of polychromatic erythrocytes (PCE, including MNPCE) per 200 erythrocytes

No significant difference in any treated groups from negative control group.



M-1478

Appendix 1-1 A micronucleus test of 2,6-Di-tert-butyl-4-ethylphenol in mice
Clinical signs (Preliminary study)
1st administration 2nd administration
Immediately  About 2 hours Immediately  About 2 hours 1 day after the
Before Before
Sex Group Dose S after after s . after after 2nd
administration .. . .. . administration .. . .. . .. .
(mg/kg/day) administration  administration administration  administration administration
Low 250 Number of arrifnals 3 3 3 3 3 3 3
No abnormalities 3 3 3 3 3 3 3
Middle 500 Number of arrifnals 3 3 3 3 3 3 3
No abnormalities 3 3 3 3 3 3 3
Male Number of animal 3 3 3 3 3 3 3
High 1000 umber o ar‘ufna s
No abnormalities 3 3 3 3 3 3 3
Highest 2000 Number of animals 3 3 3 3 3 3 3
No abnormalities 3 3 3 3 3 3 3
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Appendix 1-2 A micronucleus test of 2,6-Di-tert-butyl-4-ethylphenol in mice
Clinical signs (Preliminary study)
1st administration 2nd administration
Immediately  About 2 hours Immediately  About 2 hours 1 day after the
Before Before
Sex Group Dose S after after R after after 2nd
administration s s administration .. . . . . .. .
(mg/kg/day) administration  administration administration  administration administration
Low 250 Number of ar.lifnals 3 3 3 3 3 3 3
No abnormalities 3 3 3 3 3 3 3
Middle 500 Number of ar‘\ifnals 3 3 3 3 3 3 3
No abnormalities 3 3 3 3 3 3 3
Female Number of animal 3 3 3 3 3 3 3
High 1000 umber o arfxfnas
No abnormalities 3 3 3 3 3 3 3
Highest 2000 Number of axflfnals 3 3 3 3 3 3 3
No abnormalities 3 3 3 3 3 3 3
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Appendix 2-1 A micronucleus test of 2,6-Di-tert-butyl-4-ethylphenol in mice
Body weight (Preliminary study)
. Ist ond 1 day after the
Sex Group Dose Animal administration  administration .2'n d .
(mg/kg/day)  number administration
101 324 329 32.7
102 324 334 326
Low 250 103 30.2 30.6 30.4
Mean 31.7 323 31.9
S.D. 1.3 1.5 1.3
201 30.7 314 31.6
202 32.7 33.0 326
Middle 500 203 32.1 324 33.2
Mean 31.8 323 325
Male S.D. 1.0 0.8 0.8
301 31.0 31.2 29.8
302 33.0 335 335
High 1000 303 314 31.8 31.6
Mean 31.8 322 31.6
S.D, 1.1 1.2 1.9
401 314 31.6 313
402 31.2 314 311
Highest 2000 403 33.3 33.2 33.1
Mean 32.0 321 31.8
S.D. 1.2 1.0 1.1

Unit: g
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A micronucleus test of 2,6-Di-tert-butyl-4-ethylphenol in mice

Body weight (Preliminary study)

M-1478

1 day after the

Sex Group Dose Animal . l.St . . 2.“ d . 2nd
administration  administration . . .
(mg/kg/day)  number administration
111 28.9 28.2 28.1
112 27.2 26.8 26.3
Low 250 113 27.2 27.9 27.6
Mean 27.8 27.6 27.3
S.D. 1.0 0.7 0.9
211 274 26.3 26.9
212 27.0 26.5 26.1
Middle 500 213 27.8 27.6 27.2
Mean 27.4 26.8 26.7
S.D. 0.4 0.7 0.6
Female
311 27.6 27.2 26.8
312 27.7 27.6 26.2
High 1000 313 25.6 26.0 25.4
Mean 27.0 26.9 26.1
S.D. 1.2 0.8 0.7
411 273 277 27.6
412 27.1 27.8 273
Highest 2000 413 28.5 28.3 28.3
Mean 27.6 279 27.7
S.D. 0.8 0.3 0.5

Unit: g
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Appendix 3 A micronucleus test of 2,6-Di-tert-butyl-4-ethylphenol in mice

Clinical signs

1st administration 2nd administration

Immediately  About 2 hours Immediately  About 2 hours 1 day after the

Group Dose Animal Before after after Before after after 2nd

(mg/kg/day) number administration administration __administration administration administration __administration administration

1001 - - - - - - -
1002 - - - - - -
Negative control 0 1003 - - - - - - -
1004 - - - - - - -
1005 - - - - - - -
2001 - - - - - - -
2002 - - - - - -
Low 500 2003 - - - - - - -
2004 - - - - - - -
2005 - - - - - - -
3001 - - - - - - -
3002 - - - - - - -
Middle 1000 3003 - - - - - - -
3004 - - - - - - -
3005 - - - - - - -
4001 - - - - - - -
4002 - - - - - - -
High 2000 4003 - - - - - - -
4004 - - - - - - -
4005 - - - . - - -
5001 -
5002 -
5003 -
5004 -
5005 -

Positive control ¥ 1
(Mitomycin C)

~— N~
D L
b
'
v
1

- : No abnormalities
/ : No observation
a) : Administration was done only once for the positive control group.
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Appendix 4 A micronucleus test of 2,6-Di-tert-butyl-4-ethylphenol in mice
Body weight
' 1st ond 1 day after the
Group Dose Animal s S 2nd
administration  administration C e
(mg/kg/day) number administration
1001 36.6 354 35.2
1002 343 34.5 36.4
1003 343 349 339
Negative control 0 1004 36.3 36.0 36.6
1005 31.6 31.2 32.6
Mean 34.6 34.4 34.9
S.D. 2.0 1.9 1.7
2001 33.0 329 31.6
2002 34.8 349 352
2003 328 33.2 33.1
Low 500 2004 34.8 34.9 35.0
2005 37.6 37.1 36.9
Mean 34.6 34.6 34.4
S.D. 1.9 1.7 2.0
3001 325 325 32.6
3002 36.7 36.6 36.7
3003 34.3 339 351
Middle 1000 3004 34.5 33.9 349
3005 36.0 36.4 36.4
Mean 348 347 35.1
S.D. 1.6 1.8 1.6
4001 32.6 333 345
4002 345 358 36.3
4003 359 36.8 37.0
High 2000 4004 338 35.0 344
4005 36.8 379 384
Mean 347 358 36.1
S.D. 1.7 1.8 1.7
5001 35.6 35.0 345
5002 33.0 321 32.0
. 2 5003 34.8 35.0 353
e contre 1 5004 36.8 36.4 36.0
(Mitomycin C) 5005 32.6 328 326
Mean 34.6 343 341
S.D. 1.8 1.8 1.7
Unit: g

a) : Administration was done only once for the positive control group.
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Appendix 5 A micronucleus test of 2,6-Di-tert-butyl-4-ethylphenol in mice
Observation of bone marrow smears (About 24 hours after the 2nd administration)
Group Dose Animal I*{o. of MNPCE Mean + S.D. MNPCE(%) ¥ Mezfn = S.D. No.of PCEin  Mean * S.D. PCE(%) 9 Mezfn + S.D.
(mg/kg/day) number in 2000 PCE ( Min / Max ) 200 erythrocytes ( Min / Max )
1001 5 3 + 0.25 0.13 + 0.09 105 118 * 11 52.5 59.1 =57
1002 2 0.10 (000 /025 ) 123 61.5 (525 /645 )
Negative control 0 1003 0 0.00 107 535
1004 3 0.15 129 64.5
1005 3 0.15 127 63.5
2001 1 1 = 0.05 0.06 + 0.02 131 111 + 17 65.5 554 =85
2002 2 0.10 ( 005 /010 ) 121 60.5 ( 450 /655 )
Low 500 2003 1 0.05 115 575
2004 1 0.05 90 45.0
2005 1 0.05 97 48.5
3001 2 2 * 0.10 0.09 =+ 0.04 130 112 % 15 65.0 559 =74
3002 3 0.15 (005 /015 ) 125 62.5 ( 485 /650 )
Middle 1000 3003 1 0.05 107 53.5
3004 2 0.10 100 50.0
3005 1 0.05 97 48.5
4001 6 4 = 0.30 0.18 = 0.10 116 114 =3 58.0 572 =17
4002 5 0.25 ( 005 /030 ) 118 59.0 (545 7590 )
High 2000 4003 3 0.15 115 575
4004 1 0.05 114 57.0
4005 3 0.15 109 54.5
5001 45 47 * 2.25 234 + 036 93 100 =9 46.5 499 47
.. a 5002 43 2.15 ( 190 / 280 ) 114 57.0 46.5 / 57.0 )
P i °°‘.‘"°Cl ' 5003 56 2.80 105 525 (
(Mitomycin C) 5004 38 1.90 94 47.0
5005 52 2.60 93 46.5

a): Administration was done only once for the positive control group.

b): Proportion(%) of micronucleated polychromatic erythrocytes (MNPCE) per 2000 polychromatic erythrocytes (PCE)
c): Proportion(%) of polychromatic erythrocytes (PCE, including MNPCE) per 200 erythrocytes
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