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AIVFATZNAFNE—T VOERFIEIZONWT, NTUVAVz=w I <TA
(MutaMouse) % H\ TS X ONRE I2I81) D185 T-29RE M (LAR—4—
{5F : lacZ) &HEtLT=.

FAERERBRTIE, HA RT7A > EED bz 1000 mgkg/day iR & L, Akt
#13 THR L2300, 100 3X1030.0 mgkg/day Dit 4 fHRZREL, F T AV =y
I~ ADEEW TS CD2F1 v U A, MEHEZ, 1 H 18], 14 HERIERERE D& G
L7z, ZOfE % FITRKNMET &% 2 Hivd 300 mgkg/day s HE&E L, LIT,
150 38 L 1Y 75.0 mg/kg/day D& CTHEAERE 6 VT (300 mg/kg/day FEIZDUWNTIL 8 L) |
H 1\, 28 HEREGRHERRO#E L. WIhoRGEIZB O TS —RikiER LYk
FEHERBI IR DR o T2, BG4 3 BIZATFE 2510 b IFigEs L ONRE
A L7z, TN TOREGEITIW T, FHlig 5 IB2ElRT 2 2 LR TE 2729, 300,
150 38 L 1Y 75.0 mg/kg/day D 3 HEDIHEFS L OWRE 2D T, lacZ assay |2 &V B 5T
RIS BRI A R LTz

TORER, A VA A 7=V A TFNe—T VESEEONRE X OWRE OV sy
b FEMT HRRE & Hols U BB 228 BURSEEE ORI A B INEER0 b s
Mol 7221, PRt HEED 1/6 Bl (W55 3001) D7, E OE{LF-IRE R
BEFENTE 507 — Z OFMEE O RE BTV Z EnD, 77— V2RI L0 (8%
ANZHIIN L 7= b DO TIE7en B 2 b,

Bt N-=FL-N-= s m Y 7 L7 (ENU, $5-58 100 mgkg/day, FEVEN#ES,
1 B 1[E2 A &G5EETIE, IR JOWRE & &I BEE &t U CRER PRI
BB R - ZERAE BB ORINDFEO HIT- Z LD, Mk s Ehi S h
T & L7z,

PLEDOFERN S, Uit FlcBW T, A VY AA T 2N AFLe—T UE b T
AV =y 7= ADOMEE L OWRE Tk L GRS TR RFHRMEE RS 720 0
(Bath) &¥lE STz,
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14. HBMHE L UVAE

KRBT, FHTAEN N T LA 2=y VT ATHD I LG, PIA LL

DOYLHEhIEEE & o7,
14.1. HEBREY
1411. 7&

%Eﬁﬂinﬁ% ~ A

Kl v~ A MutaMouse : F 7V AV = 7 < R)

1412, Ri# [V L—F]

FAERRTABR : CD2F1/Slc (BALB/c x DBA/2) [SPF]
A5 BR : CD,-LacZ80/HazfBR (MutaMouse) [SPF]

14.13. HEEFT

FERTERE - AT 2L —R et

14.14. FHERROFIREH

FRRTAER  ARBROBEMW) TH HABHO~ 7 AZER LT
AR B EA~ T R E LUAKFIHESNTEY, AFO LY S%EL2EE L TR
ORI AT 2= I~ AZER LT

14.1.5. Bis
81

14.16. BASIH
JHEFRTHAER « MEES 14 PT
AZ Bk - 1 36 T

WEsOEWEREA L, SEREORGT 9 BB L7
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14.1.7. (EREMIE
FEREAER M 12 T
A5ABR < I 32 T

14.2. HEEE

142.1. FHRE

Ay 727 A0 (V] (W48xD103xH2.6m) TEMAE L
72 BREFMORAMEIL, korB0 L Lk b, MEBRT, HAD OICr XK
LARRE L.

R 20~26°C

1A 35~70%RH

PR 12 [F2AEh

HEA 12 BFf#] (7 BEASUT, 19 BEST)

T AT 7 Br— (W 182 x D 26.0 x H 12.8 cm) (ZJK# & (ALPHA-dri™, Shepherd
Specialty Papers) Z AL, Bz 2~3 [LT DI L7z, fE 7 —Vk LOGEEm L, #
SYTRER O 1B, KAOfIE 2, 3 BIC 1 [EIOMEE TSR LTz, K& hoi5YE
(2B B MTREAE A BLE T D AT L, T O B AEREWEEH S, 2o 2
v MOTHEEROTAEMHENTH D Z L MR LTz

1422. A
TSR E AR (CRF-1, AV = ZOVBERFT3E) % HHRICER S 8-,
) U7 B P D1 0 B3 2 oo B 2 RS TT e B AT L, 0B AARSE
BREME R SR OFRAMEENTH S Z L 2R LT, 7ob, BHOMRRIL, FREso
A L [RIRH AT o 72,

14.2.3. #hK

FEIK Z 7D D B IR S W,

AGEEIZ IS KEMRAZ 6 » FIT 1[E], SN TV, BRASE RS FAGEARE
HWDHMENTH 5 Z L s Uz, Fiz, Kz 55 LA
TR (s KRG 233 L, ME RS TN &2
LTz

14.3. &% - Bk
A%, EMO—RRiER L OMREREE 28152 Uiz, AR DRSS H £ o/
B - M S8, ZOM—eRiEZ 1 B 1 [E8IEE Lo, (RE A RARER X O -
BIMEIIRRS THRE (Day 1) (ZHIE L7z,
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144. Haolt
MR ERT A7 A (Provantis) ZHVNT, Day 1 OFEITANIHIE L7 RE 2R
JERME L, BEAERED AFTEEIC Z 0 SRR AR 5 K O IZHID AT 7.
FERICHW 2B OIRERIFIL, PR EL20%LIN & LTz,

145.  {E{RER
AR IR L (W& S) ZfF L, (W& h— RafiE 7r— s
LTI Lz, 612, 3o BEM@E& s Nz Eni-227 (5« ©7 %, ¥4
T ) BEEELT-
BT, IEWER S & E& S il S -8 R s — K (ID #—FK) %
fRE A r—fs L, BEREI LT,
146. RESYOEY HKL
FHEZRERBRCIL, Bk, e sEmficgE L.
AGBRTIE, BEDUTE, [REET A% AW CTERIE STz,
14.7. 4/ Ly DNA R ZE DR
IS CRMEEZER LT
1471. AU REER
#9800 mL DFAMIAIZLL T OFRIEA VRfif S H 7.

Na;HPO;4 175 ¢
KH,PO4 025 g
NaCl 8 g
KCl 02 g
0.5mol/LEDTA [pHS8.0] (=R v—) 20 mL

1 mol/L 7KE{tF b U o AR % AV C pH % 8.0 I ZifHEt%, kK 2 FV T 1000 mL
WER L. A—FZ7 L—7 (121°C, 204y) TIEL, =|REE L

14.7.2. RNase BH ¥ R EE&

LT O#EE ARG SH .
B0 AR 100 mL
RNase &% (RNase A 10 mg/mL, = v 7R —) 20 mL
FHIRFREL L7,

14.73. 05mollL < 3 ¥ERE
vafE (MW=342.30) 17.1 g 2180 mL DX v o AREMIRIZIAME L, ¥ 0 ARREIK
ZAWTI00mL IZER LTZ. 7 4 vF— (FLE20.20 um) AIEPRETR, MEbRE L7z,
-12 -
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1474, HEERERRRER
LU T OS2 RA STz,
B0 AKEIERR 45 mL
0.5 mol/L ¥ = BHIAIR 45 mL
0.5 mol/LEDTA [pH 8.0] 10 mL
RNase %% (10 mg/mL) 2 mL
FHIREREL L 72,

14.75. 10 W% T2 IVEREEF b oL (SDS) Bk
SDS (E+7 A /L ARBEHEE) 10 g 249 80 mL OMfa 1 THHAREK (=R o—
) IR L, 5 TEHRE K E VT 100 mL IZER L. 7 4 /b4 — (4% 0.20
um) AiEERER, ERAE L.
1476. TAT4F—EKER
PUF Oz i85 SE .

ZFuF 47— K (FL7A L LFDEHEK) 200  mg
(S RN ST VN 60 mL
10 w/v% SDS V5% 20 mL
0.5 mol/LEDTA [pH 7.5] ™V 20 mL
A1) pH 8.0 @ EDTAVIK (=v AR —2) % 0.5~2 mol/L OEfET pH 7.5 IZFHEE L7141
i L7
FHIRERREL L 72,
1477. 2z /—)ILs%00mLL (PhCl) Bk
LUF OREEA IR G ST
VA== 0V VNI v = 100 mL
TE fafn~ = /) —)L (=wRrP—) 100 mL
FHIRFEL L 72,
1478. 7BORILLA AV T IIILTILA—ILERK
LUF O A R G STz
7 (BRI 96 mL
AT INTNa—) (FL7 AV LR 4 mL
FHEFRREL L 72

-13 -
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148. MBI VEERFORS
RIS C TR 2 LTz
14.8.1. LBEER
LUF OB S SH T
Bacto tryptone (Becton, Dickinson and Company) 10
Bacto yeast extract (Becton, Dickinson and Company) 5
NaCl 5
LEELEIIN 1000
A—hr27 L—=7 (121°C, 204y) TIE L7, e L.

am(fqm

14.8.2. LB EXIEih
LIF O3 ARG ST
Bacto tryptone 10 g
Bacto yeast extract 5 g
NaCl S8
/37 £ 7 77— (Becton, Dickinson and Company) 15 g
GRS 1000 mL
A—b27 L—=7 (121°C, 204y) THE L%, > v—L (A 150 mm) (220 mL
FTONELE., DEROTL— M, =ERE L.
1483. LB by TT7H—
LT O3 iR G SH .

Bacto tryptone 10 g
Bacto yeast extract 5 8
NaCl S 8
NI NT = 78
e iy 1000 mL

F— k7 L—7 (121°C, 204y) TiE L=, R T 4—2— 2% HNT
50°C DA TR L=, FIRsREL L 7-.

- 14 -
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14.84. SMBER
#7800 mL DABHIAKIZLL T DFkEE 2 iR S -7
NaCl 584 ¢
MgSO4+ 7H,0 203 g
1 mol/L Tris-HC1 [pH7.5] (=v Ry o—) 500 mL
BIFUR BERIET) 100 mg
KR Z VT 1000 mL IZERL, A — b7 L—7 (121°C, 204y) THHE Lz,
HRE LT,
14.85. P-gal j&i&
LUF O SEEA IR G S
Phenyl B-D-galactopyranoside [P-gal] 300 mg
AT ANEF Y R [DMSO] (B L7 A /v LFneisk) 1 mL
PR U7z

149. WEYMELRS

14.9.1. HERYERZFORAE
BRI E I AKICRNE Ca— IR CTH D Z LD, #RWE % o — IR S
7.

149.1.1. HEHTEHR
FTPBWEIR SR GRS T HOBEOTH 1A L, &5-H £ THETHR

LT,

14.9.1.1.1. 100 mg/mL ;&
WEHWE 3 g ARV Y X =& LT, a— iz LT ORInL, Bfiisd7-
#%, 30mL ([ZEA L, 100 mg/mL %% &l L 7=
14.9.1.1.2. 30.0 mg/mL i&
PERYVE 900 mg & A ALY U —|TFFE LT, a—iliad LTOIRINL, S
7%, 30mL IZEAL, 30.0 mg/mL &% HEfiE L7z

149.1.1.3. 10.0 mg/mL &
PR 300 mg & A AL A IR LT, a—hE b LT OUL, s
B2, 30mL IZEAL, 10.0 mg/mL &% i L7-.

-15-
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149.1.14. 3.00 mg/mL &
BRI 900 mg & A ALY U A —ITF R LTz, a—ilab LT ORInL, s
W7=t%, 30mL IZERL, 3.00 mg/mL k% UG L7-.

14912,  XFHBR
FHBWEIR S B GST (TRGBXOTH1IA) L, &5HETHR TR

LT

14.9.1.21. 30.0 mg/mL &
PR 900 mg & A AL A IR LTz, a—2maE b LT OUL, s
B2, 30mL IZEAL, 30.0 mg/mL &% Ui L=

14.9.1.2.2. 15.0 mg/mL i&
PR 450 mg & A AL ) U AR LT, a— a2 LWL, wifs
W7=t%, 30mL IZERL, 150 mg/mL &% %G L7-.

14.9.12.3. 7.50 mg/mL i&
PR 225 mg B A AV ) U AR LT, a— a2 LWL, wifs
W%, 30mL IZERL, 7.50 mg/mL 7% el L7z
1492, WEHHERDH—MES LURENE
(A I FA T 2N AFNT—TF VOREREE AN T a v B IO — itk
FBA Y HA T =N AT —T LD EM R Eﬁ%ﬁﬁ%_ W i
BT, LATORESRETLREMNHER S TN D.

BRIV 100 mg/mL, 1 mg/mL WO GREEEFH - 1~9°C) 8 HH +
(AR - —21h) SIRESE GFRIEEE + 1~30°C) 24 BRI E

149.3. BExIBMERDAR
ENU 50 mg &Y, BEEOFEREICR L%, VISM U CEEREH#R (pH 6) AN
ZTSmLIZERL, 10 mgmL k% Ui U7, BEtExi e gk, HRmRsL L7,

1494. BEREEME RS K USHEXBYE KON
BRI LT,

14.10. xtEREE

14.10.1. [EHEXTERRE
IR E AT AN DEIRTH D = — AR L7

-16 -
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14.10.2. [EiExtEREF
ENU ZfEH L, L 100 mgkg/day & L7-.

1411, REXREHAR (PHEER
14.11.1. HEREFDIBAL

o BeGHC | e
gy | PR [ TETEE | e | B
Y (mg/mL) &
10 e 3 1001~1003
30.0 3.00
10 It 3 2001~2003
10 e 3 1101~1103
100 10.0
10 It 3 2101~2103
10 e 3 1201~1203
300 30.0
10 It 3 2201~2203
10 e 3 1301~1303
1000 100
10 i3 3 2301~2303

14.11.2. AERTEH
BRI\, ML, T4 74 > EED BTz 1000 mgkg/day % 5
ML L, A3 TERL72 300, 100 35 50830.0 mgkg/day DFf 4 H 2GR AL
HEEE L CRRE L.
14.11.3. BEFEE L VRESEE
WRHE OB GRIITRO L L, 7T AT v 78GR L7 7 e E Y T 2
T1H1[E, 14 AEEgRGR G Uz, EAREITIAE 10g 4720 0.1mL & L, 14.114.
B CHIE L7 B OIS SO TR L.

14114, FRERE S & U—RRIREEE
Day I (B30T H), 8 BXVN15 (Rifdeht2 1 H) ICHREZRE LT
WIE G A Dl 54% 1 R ETRIKL B 11, BWo—ikEzgizz Lz, &5
BORMBEGH% 1 B TORLERZRDIZ.
BIEHE 712, AAFEWITIRIR T A 2 FIV TN 2RI S H 2.

-17 -
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MutaMouse %L\ SiBEFIRAEREMAER (FHER)

SERB O

3 e .

o gjfjday) (o;;;%mr% *fmﬁij M| men | mmEs

0* 0 10 1k 6 3001~3006

75.0 7.50 10 Tk 6 3101~3106

150 15.0 10 Tk 6 3201~3206

300 30.0 10 Tk 8 3301~3308

100** 10 10 Tk 6 3401~3406

oI (BHARDZZ G- LT2) o BRI (ENU)

FAERFERNI

FHEFLERBROFE R, HERED 1000 mg/kg/day FEO2HIZ I T HFSEBIOIK T 2358
B, HED 2/3 FICHLDFED Bz, 300 mgkg/day BETIE, HED 2/3 i, D 2/3 {5

BV THREE O T8 LT

1mng@meUT®%gﬁu,Mﬁ&%m~%ﬁ%@§mﬁiwﬁgﬁwiﬁw
LYYy AVAVIRESY

L7ehio T, B FISRNERABRTIL, FRMEMT &S 2 5115 300 mgkg/day &
RS L, U, 150 BX V750 megkg/day OF 3 HEAZRE L. £7-, Tk
BROFER, PIRILMEZADTRD B o Telo®, HEOHEHH L.

B S EMIEE & VEHEXTR

I S Pe2felhd 5728, WTHILOERIEL © 6 L (300 mg/kg/day #EIZDOVWTIL 8
JE) (CH 5 LTz, X TOHRGHHTBNT, SEEHINGRD DIRhoT2720, B s
D/NSVIIAIZ 5 VLMl L7z, 72720, Mo 5 3001 OfRE Ik
W, JEREE RS Nl 2 s LT2 2 & 0D, B 5 3006 Ol L OWRE Ic>
WCENIREE L7z, FHBCHH LW @Einic 0Ty, 14127 8IS 2588 (B
o) AW UBEE L, 7/ L DNA OffitHIITh2 o7,

BEAES S URSEHK

AR L OB E OB ERIIE, b FORBERK L EZ O DAL Lz,

TI ATy 7 BEERTRRB L OT T u VB Y T e TR LI % TR A
517

BeHARRIE, KE 104720 01mL & L, 14126 THIE L 72O EIZEE S0
THEMLE.

-18 -
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A RIAAZHEW, 1A 1Al 28 HfEs 54177

B IR DB G, HEVENSR G- & L, 25G HEREIAES L2 7T A F v 7 3l
BESHEZ VT B 1], 2 HREIEMENES U7, S5 88E, (AE 10g %4720 0.1 mL
&L, Dayl OREIZESHTHEE LY.

14.12.5. B5HRME & UHERLM
Day 1 7°5 Day 28 & T # 5, Day29 7°5 Day31 FTEBBEHRETHLE LD
\Z, Day 1~7 % Week 1, Day 8~14 % Week 2, Day 15~21 % Week 3, Day 22~28 %
Week 4 & L7, ei&fe5% 3 B (Day31) IZERE ZHH Lz, BEMsHREEZ OV TI,
Day 2 8L O3 12451, Day 4 7°5 Day 13 £ CEFEHMM L L, H&&5% 10 H
(Day 13) |Z#FEZHGH L7z,

14.12.6. ARERIESH &L V—AIKREERE
FEMECHIRRER J OB & 5811, Day 1| (BT H), 8, 15, 22, 29 BE 31 (#%
BEHERD (SAREZRE Lz, B BRI DV T, Day 1 38KV 3 @EHREHIRD
\RE AT Lz
PYERHIETT, 1B 1ELLE, 8o iRIREZ B LT

14.12.7. #FE (@) L, ARMERELURE

REEH A % AW TLZESESHT- B0 OB KO (IRE) 2L, Zhboiw

DOHIRIIBIEE AT o7z, AAE OfGH - &1, UITOFEIHE ST, 728, fiEHIZEO

HAD DR R IR L Ai%E L.

JHFl - SMAIZEZE R EH0 |~ LR (BP-50F, HHD ZHWT2 » i< Wiz, < bk
L, ZnEnBlo~A 7 aF a—T1CAN, FEREH (LN) THkisE
7. BT EIEB L OZFOMOEER, E=—/4EIZARN, LN, Z AN KD
bR EMARE VT ENSMHLIEL, Bk SE7-.

B KRBMZOE Lk, WAWA ARl Lz, /iE & REICaHEIL,
RS ZREIIT AN, LNy THSE S W72, mirFIE, BEELT-.

W% IR 7 U —— GREE : —80°C, HAEH : -90~—60°C) [T{FE Lz, +
RTCOMHEE (e 1%, B EER E TRE SN, TORBEEESND.
14.12.8. HEHERE OFERER
Pl : FERHEE TH Y, HA FIA o THEIRSN TV D720,
JRE - ORGSR E L BT 588 ETH Y, HA RT7A o THRINT
WA=,
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14.12.9. 4/ L» DNA Ol

B o AT DT A PSRRI R EIR. (RNase 2 57e) 3 mL Z507EL, K
FTHmAIL TRV, IRNT, B 2 A, Xy 2L N TRES T A AL
GRERRRERAE) . 80 B2 LD 0.5 mol/L ¥ = BEESIK 3 mL 2 ATk L THRLV V2 15 mL
RO EFLOMBAAR 2 5N ERE L, 3000 pm (1750 G) T 10 /fElEo L
7. BiE%BRER, tiH L7z RNase A4 U v AREMEK 3 mL 20Nz, K< MR8 L7 (8%
FARCRIE ) .

LR HIERE 7 2 T 4 —F KR 3 mL &2 CHCEEERFI L, 2.5
FERTFREE (R DNEIC /2 D £ ) 50°C O CRIE L, b3 E7-. E& (] 6 mL)
@ PWCl RBIRE A, FndsERFIL, X512 10 oREEERRf S 7%, 2500 mpm
(1220 G) T 10 5fiL L7z, g OKMH) 2 T A7 7 —EXy R TENZEI L,
Br-72 15 mL BOLVEIHE LT, [BUL L72/KFM & 280 Ph/CLRIKRZ N %, EilaldnfE]
BAL, S5HIT10 BRI S E721%, 2500pm (1220 G) T 10 syfilizo L, 7KHH
ZEWY U7z, [ L7 E B 7 nakrivb /A VT IANT v a— WRikEINZ,
HalAENRR L, S 51210 syfERRfn S w7-1%, 2500pm (1220 G) T 10 4yfHiEo
L7, ARFZEILL, 50 mL AOELEICE Lz, mLEICTY ) — Va2 RLITNZ,
77 I DNA M ERET-. M L7257 A DNA % 70%T4% ) —/VDAsTe~vA 71
Fa—7IBL, BELZ 1002 L. ROT, 13000mpm (13230G) T 10 4z
Lic. BiEx~A 7 o~y NCalRERIRY PR et Fa—7 2=RIHE T2 2 &
\ZL VRS Tm X ) — )V E &R ST, & (100 ul) @ TEREER (=v R v—2)
Nz, —BEREICHE L, &0 DNA ZVafF S W72, ks, Wl TRE LT
477 2 DNA &+ DNA £ % NanoDrop (AGC TECHNO GLASS) % HWCHIE L
72. DNA JREE2S 200~600 pg/mL FEE ORI /22 K D12, JEfED TE fEEik 2 AT
AR LT

14.12.10. HERE R DA

FE200mL D/ TV =47 T A2 LB B 30 mL, ~ /L h—AKIEHK (200
mg/mL) 300 pL, 7> BT Y LPEE (50 mg/ml) 30 uL BEUT T~ T EHE (20
mg/mL) 30 uL ZHAN L7z, WRREIRE GRAEME : —80°C) L TR o KGE C 1k (lacZ,
gal E7) SRR A RR Ui-tk, ZAUZ S0 pLBEREL7=. 37°C, 120 [a]/ 4y DIRESRMT
—WaEsE L, AR E L

AES00 mL D3y TV =447 T 2 372 LBRSENR 100 mL 35 X UV200 mg/mL
<L M= KIS 1 mL 2L, RO CHROBMEERE | mL AR L72t%, [FIBC 2
IRFFIFEEE (OD : #9 0.9) BB AT 7. Reasi& T4, BRI A 10 sfilia oot (1500
pm) L72. 10 mmol/L DHifg~ 7 %7 LaETe LB B Z W THIEE L= CKiG
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PR RRTRR) .
14.12.11.4°/ s DNA ZRWNz invitro 1N r—2 05

Transpack (Agilent Technologies) BLEHIRAF D Instruction Manual (2> T/Xw r—7
7 % Féki L7z, Transpack DF = —7 (RED) ZffH L7=. %7/ 2 DNA &K 10 uL %
Fa—7 RED) (2%, EXyT 1 7IZRKVIRE Liztk, 30°C DFH4T 90 43fHA
V¥ aX— kL7 RWT, F2—7 (BLUE) Zfifii L, £ 10 uL %7 =—=7 (RED)
(A, FERCIRS L7z, & 5IZ, 30°C ORMFT 90 0filA »Fa~—h LIz FFa—
7\ SMUEAERR 700 uL 2N Z, +oichift Lic Sy or—V v 7TRiK) .

141212\ 95—V TBROD T L—T 4 25

KIGHERREIR 2T 7 — 7 GHH (X4 Z2—H) 121 mL, Z¥REREHH (kL7
varH) iZ2ml, ENENDOTF 2—TIEL TRV, Ny —T 7 DNA D4
B (BLE700uL) 2L 7 v a  AFa—7 A% (BLZ 2700 uL 1272 5%) $i7f
FRL, SEIRIC 30 i L C 7 7 — U2 RIGHI S S 72, AVAHR 30 uL % 10 mmol/L
Wilis~ 7 % 7 K ZErte LB BEEEE 270 pL AR T 10 F5A0R L7z, AZBRIE 30 L %
2 A B —HF 2 —7 I HH LT

AAX—H N 7T H—OEAE, LB by 77 H— 100 FEIZxH LT, 1 molL i
fe~ 727 DOKISIK 2 REAMNZ - BL 7 a b A by P 7 —0O8E1E, LB hy
7T H— 100 FEIZH LT, P-gal MK 2 HREEINZT-.

EABZ—HF2—71, FAZ—H N>y 7T7H—17 mL ZMNZEML, LB R
WCEREFEE L. EL 7 val HFa—7as, B2 v a H by 7 A —16 mL
BNz, #A 2 —HELREERC LB ZREMICEE L-. %7 L— % 37°C OFMT—
Wik L7z,

141213. 8875 — O HBOEH
ZAH—H7 L — MIHBLL= 77— 3 (N) 23t L, TieoXxHnTihR77—
T RDT-.

@S g = N x 300 (uL) x 2700 (uL)

30 (uL) x 30 (uL)

= 900 x N

1412 14. R TS5—O BDEH
YL var A7 L— MR LT 7= Bait Lz MR LT T — 0 a ks
WS- L.
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14.12.15. BRERASEE (Mutant Frequency) DEH
HIR LB T T — 0 a7 77— 7 BT LT, Yi%hik CoOZeRIs BARBEE -3k
7.

ﬁ 7 7
WTI7—I

14.13.  #&R O

14.13.1. #EEHRAT

BRI P GREDZERIS BRI Z ST, BfIC Bartlett OS54y 85k & FEh L
2. S (BEZEDNRD LN T2) OBAIE, Dunnett (D% ERIRE Tttt
PR & S E R GO EEEZRE L, Mo EEEAPROLNT) DR
1%, Steel ORRE TREMHRRE & B4 E R SRR OA B2 BE LTz,

BT RREE & B IR COZSRERAFE OIS, BWICFRELXFERL, AE
ZEDSTRD HAVIRNGAE, Student D t 1E 4 i L7z, F BE CHEZED RO biLd Y
A1, Aspin-Welch O t FE & Ffi L 7=.

BRRE DA BT LA 5% & Lz,

14.13.2. #ERD¥IE
REPECHHEE & b U, B B O ZIRZE AR EE I Z B\ TR PR A 2D SR8
IR, BBYELHIE LT, 72721, A7 fiEld, R OSBRSS
T COEMFRILZ L EBE L YT 7.

15. EAERRRIISEH
Botset FRATE D ZEIRS BLABEE (235U N T, PRMae R & bl U iSRRI B HE N
DRBO LT, REBRITAST L7 &l L7-.

16. FERFER

16.1.  FAEFEAR

FESL% Table 1 72 5 ONT Appendix 1 8L TN2 (TRT.

A I HA T =N AF I —T VR ERETIE, MEED 1000 mg/kg/day BEDEHZIUNT
B FEB)OIK T 25588 B, WED 2/3 FICHRLEDFRD Hiv7z. 300 mgkg/day #Clx,
D 2/3 B, HED 2/3 BNTIS T BISGHEBI O AR DALz,

100 mg/kg/day FELL FOHETIE, MEREE H 12— BeRIEOZ LI L OWEE 72 (R E>

TRO LI T.

B 5% 1 BICRT DA%, #EMED 1000 mg/kg/day £ T 66.7%, < O£ -

BETIX 0% ThH T,

-2 -
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MutaMouse % f L\ 5186 FRAREEAER

lacZ assay (FFhg)

FERA Table 3 |/~

Faxtet FRIRE C D ZRZE BYABEE OS5E+SD 1L, 32.8+7.3 (x106) Th-o7-.

A VA A =)V AT T VG REC O IR BARBEE O SPHfE£SD 1, 75.0, 150
B L 1UV300 mg/kg/day #ET, T 30.129.9 (x10°9), 33.5£10.1 (x10°9) F5 L 146.3+7.8
(x10%) TH Y, FEMociaEE L i LG FRICA B2 2283580 b Tz,

BEMRT BRI Z 31T 2 SERZE SUASEE OSEFESD 1, 11274324 (x109) THY, [z
PEXTRREE & Pl U CREE RIS B2 388 BTz,

lacZ assay (JR8)

FEH% Table 4 (2R

Fastet BRI C D 2R IE FLARBEIE DOSEHELSD 1E, 69.2483.0 (x109) Th-o7=. 7277
L, S5 3001 TLRAEFUABEE NS 236.8 <106 L EfEz R L, Z OEKREER =22
SRS BN 357134 X 109 TH o 7.

A I HA =)V ATV T VA GRECOZEIRIE BARBARE OSEEESD 1, 75.0, 150
B L0300 mg/kg/day BET, THZH29.149.8 (x107°), 27.6+9.3 (x10) 3L N31.4+10.3
(x109) Thoiz. BWES 3001 250756, BRINLIZEA O 86 b ORI IREE
LR LT, FEHERICHERZETRD b o7z,

BRSPS FRIEEL T 51T 5 SRS BUAMEIE D SEEASD 1, 333.3+194 (x106) THY, [&
PEXFRRRE & P U CREE PRI BR300 bz,

REL L U—IRBEHRE

FESL% Table 2 72 5N Appendix 3 8L TWV4 (TR,

A IV FHA =N AF N T—F VP ERETIE, WO SR TH —fikikiEs &
OMAEHERIZMITER b Tz
fREIFF D AR ERER

fE 9% Appendix 5 |2~

WTFNOREGRHICE W T OB E OB LB 2 b 2 AR R 13580 b7
MmoTC.
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17. BEELUHER

A I FA T =N AT —T VOIS L OWRE 21T 285 1 JERAE HR %
Batd 2720, hT7UrAYV 2=y 7~ A (MutaMouse) % AV N2l n 2R AR
P (LR—& =BT : lacZ) 38R I L=
HERERBRORER 2 KM AT &5 2 5415 300 mgkg/day % e & & L,
PAF, 150 36 L0 75.0 mg/kg/day O FH & THHERE 6 VT (300 mg/kg/day FEIZ-DUV T 8 L)
(21 B 18], 28 AREGERHE O 8E U, Bk 544 3 BICAEFEM 2606 I
BIXOWRE 2R Lz, X CORGRHIBWT, FHIE S IE2RRT 52 LN TE
728, 300, 150 3L N75.0 mgkg/day O 3 FHEOIFIEIS L OWREIZOWT, lacZ assay
(2 & D In AR R 2 R L7z
ZORER, A VA A T =V AF T —T VRO L OWRE OV iz
b PP FRRE & bk Ul n 28R BUASHEE DR H AR BRI b e
mofe 72721, RRMEHRRED 1/6 B (B35 3001) D7, JE OB F-IERAE Rk
BRSNS 3T — 2 OFEE O RE SHBZ TV Z D, 7 a—F/VZERIC L0 (33
FNZHEN L7 b O Ty E B 2 b,

Bt D ENU BE5RETIE, IRl L OMRE & b IS IREE & Hl U T2
(A BB n 1 2R BLRBEE OHINSTRD BT 2 E 0D, Ma%aBR Ll Ik <
iz &l L7z,

PLEDFERNS, BBt FIcRBW T, A Y AA F =N AF I o—T /I h T
Az =y 7= AOIER L OMRE I3 L CBIR T9SRAERFRIE 2RI 720 E O
(B&tE) & s

18. &E XMk
(1] T A TN ATV =T VOREEEN) T = a v BRY
a—URICRT DA YA A = AT =T Lo EEAR. RE S
] TESGE B

19. HEREFREHORE
wegstsro Faogeh, I - C SRR 10 ERR
BFIhd. Z2OBOREIZONTL, B EEE Y C L DIRED .
72353, DNA IR KOS B, Bkl B ek e 1 5.
- PBEEE (A
- PEBWEICET R
- IR oAE LT — 2 —X (Eradikeat)

- A (FIA)
-4 -
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Table 1. Clinical Signs
ISOEUGENYL METHYL ETHER:Dose Range-finding Study for Transgenic Mouse Gene Mutation Assay
s )

Sex: Male Observation Type: All Types Day(s) Relative to Start Date
L1123 (4567 ([8]9]10]11]|12(13]14]15
BF | AF| AF| AF | AF| AF| AF|AF | AF| AF|AF|AF |AF| AF |AF | BC
30.0 mg/kg/day Animals Examined 3 3 3 3 3 3 3 3 3 3 3 3 3 3 3 3
Normal 3 3 3 3 3 3 3 3 3 3 3 3 3 3 3 3
100 mg/kg/day Animals Examined 3 3 3 3 3 3 3 3 3 3 3 3 3 3 3 3
Normal 3 3 3 3 3 3 3 3 3 3 3 3 3 3 3 3
300 mg/kg/day Animals Examined 33 3 3 3 3 3 3 3 3 3 3 3 3 3 3
Normal 31 2 3 3 3 3 3 3 3 3 3 3 3 3 3
Decrease in locomotor activity 2 1 .
1000 mg/kg/day Animals Examined 3 3 3 3 3 3 3 3 3
Normal 3. .21 1 2 2 1 3 3 3 3 3 3
Decrease in locomotor activity .3 3 1 2 3 2 1 1 2

Values = Specific Number of Animals Affected
.=Not Present

BF: Before administration

AF: After administration

BC: Before carrying out
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Exp. No. [ NN

Table 1. Clinical Signs
ISOEUGENYL METHYL ETHER:Dose Range-finding Study for Transgenic Mouse Gene Mutation Assay
s )

Sex: Female Observation Type: All Types Day(s) Relative to Start Date
L1123 (4567 ([8]9]10]11]|12(13]14]15
BF | AF| AF| AF | AF| AF| AF|AF | AF| AF|AF|AF |AF| AF |AF | BC
30.0 mg/kg/day Animals Examined 3 3 3 3 3 3 3 3 3 3 3 3 3 3 3 3
Normal 3 3 3 3 3 3 3 3 3 3 3 3 3 3 3 3
100 mg/kg/day Animals Examined 3 3 3 3 3 3 3 3 3 3 3 3 3 3 3 3
Normal 3 3 3 3 3 3 3 3 3 3 3 3 3 3 3 3
300 mg/kg/day Animals Examined 33 3 3 3 3 3 3 3 3 3 3 3 3 3 3
Normal 3 2 2 3 3 3 3 3 3 3 3 3 3 3 3 3
Decrease in locomotor activity 1 1 .
1000 mg/kg/day Animals Examined 33 3 3 2 2 1 1 1 1 1 1 1 1 1
Normal 31 1 .11 1 1 1 1 1
Decrease in locomotor activity 2 2 3 2 1

Values = Specific Number of Animals Affected
.=Not Present

BF: Before administration

AF: After administration

BC: Before carrying out



_LZ_

Exp. No. [ NN

Table 2. Clinical Signs
ISOEUGENYL METHYL ETHER:Transgenic Mice Gene Mutation Assay (Exp. No. _

Sex: Male Observation Type: All Types Day(s) Relative to Start Date
L1122 ((3|314[4|5|5]16|6]|7]7]|8|8]9[9]10]10]11
BF | AF| BF | AF | BF | AF | BF | AF | BF | AF | BF | AF | BF | AF| BF | AF | BF | AF | BF | AF | BF
NC 0 mg/kg/day Animals Examined 6 6 6 6 6 6 6 6 6 6 6 6 6 6 6 6 6 6 6 6 6
Normal 6 6 6 6 6 6 6 6 6 6 6 6 6 6 6 6 6 6 6 6 6
75.0 mg/kg/day Animals Examined 6 6 6 6 6 6 6 6 6 6 6 6 6 6 6 6 6 6 6 6 ©6
Normal 6 6 6 6 6 6 6 6 6 6 6 6 6 6 6 6 6 6 6 6 6
150 mg/kg/day Animals Examined 6 6 6 6 6 6 6 6 6 6 6 6 6 6 6 6 6 6 6 6 6
Normal 6 6 6 6 6 6 6 6 6 6 6 6 6 6 6 6 6 6 6 6 6
300 mg/kg/day Animals Examined 8§ 8 8 8 8 8 8 8 8 8 & 8 8 8 8 8 & 8 8 8 8
Normal § 8 8 8 8 8 8 8 8 8 8 8 8 8§ 8 8 & 8 8 8 8

Values = Specific Number of Animals Affected
NC: Nagative Control

BF: Before administration

AF: After administration

MP: Manifestaion period
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Exp. No. [ NN

Table 2. Clinical Signs
ISOEUGENYL METHYL ETHER:Transgenic Mice Gene Mutation Assay (Exp. No. _)

Sex: Male Observation Type: All Types Day(s) Relative to Start Date
1211211311314 14]15(15[16|16 17|17 |18[18[19]19[20]20 |21 |21
AF | BF | AF | BF | AF | BF | AF | BF | AF | BF | AF | BF | AF | BF | AF | BF |AF | BF | AF | BF | AF
NC 0 mg/kg/day Animals Examined 6 6 6 6 6 6 6 6 6 6 6 6 6 6 6 6 6 6 6 6 6
Normal 6 6 6 6 6 6 6 6 6 6 6 6 6 6 6 6 6 6 6 6 6
75.0 mg/kg/day Animals Examined 6 6 6 6 6 6 6 6 6 6 6 6 6 6 6 6 6 6 6 6 6
Normal 6 6 6 6 6 6 6 6 6 6 6 6 6 6 6 6 6 6 6 6 6
150 mg/kg/day Animals Examined 6 6 6 6 6 6 6 6 6 6 6 6 6 6 6 6 6 6 6 6 6
Normal 6 6 6 6 6 6 6 6 6 6 6 6 6 6 6 6 6 6 6 6 6
300 mg/kg/day Animals Examined 8 8 8 8 8 8 8 8 8 8 8 8 8 8 8 8 8 8 8 8 8
Normal 8 8 8 8 8 8 8 8 8 8 8 8 8 8 8 8 8 8 8 8 8

Values = Specific Number of Animals Affected
NC: Nagative Control

BF: Before administration

AF: After administration

MP: Manifestaion period
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Table 2. Clinical Signs

ISOEUGENYL METHYL ETHER:Transgenic Mice Gene Mutation Assay (Exp. No. _

Exp. No. [ NN

Sex: Male Observation Type: All Types Day(s) Relative to Start Date
22122123123 (24(24(25]125]26|26(27(27(28]28]29(30]31
BF | AF| BF | AF | BF | AF | BF | AF | BF | AF | BF |AF | BF | AF |MP|MP|MP
NC 0 mg/kg/day Animals Examined 6 6 6 6 6 6 6 6 6 6 6 6 6 6 6 6 6
Normal 6 6 6 6 6 6 6 6 6 6 6 6 6 6 6 6 6
75.0 mg/kg/day Animals Examined 6 6 6 6 6 6 6 6 6 6 6 6 6 6 6 6 6
Normal 6 6 6 6 6 6 6 6 6 6 6 6 6 6 6 6 6
150 mg/kg/day Animals Examined 6 6 6 6 6 6 6 6 6 6 6 6 6 6 6 6 6
Normal 6 6 6 6 6 6 6 6 6 6 6 6 6 6 6 6 6
300 mg/kg/day Animals Examined 8 8 8 8 8 8 8 8 8 8 8 8 8 8 8 8 8
Normal 8 8 8 8 8 8 8 8 8 8 8 8 8 8 8 8 8

Values = Specific Number of Animals Affected

NC: Nagative Control

BF: Before administration
AF: After administration
MP: Manifestaion period
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Table 2. Clinical Signs

ISOEUGENYL METHYL ETHER:Transgenic Mice Gene Mutation Assay (Exp. No. _)

Exp. No. [ NN

Sex: Male

Observation Type: All Types

Day(s) Relative to Start Date

AF

3

4

MP

5

MP

6

MP

7

MP

8

MP

9

MP

10
MP

11

MP

12
MP

13
MP

PC 100 mg/kg/day

Animals Examined

Normal

Values = Specific Number of Animals Affected
PC: Positive Control

BF: Before administration

AF: After administration

MP: Manifestaion period
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Table 3. Induction of mutation in liver of transgenic mice treated with ISOEUGENYL METHYL ETHER
[Male mice dosed once a day, for 28 days (Oral administration, 3 days after final administration)]

Number of Number Number Mutant Group
Substance Dose Animal plaque of of frequency Mean * S.D.
(mg/kg/day, p.o.) ID No. forming units packagings mutants (x107%) (x107%)

Corn oil 0 3001 500,400 1 17 34.0
3002 572,400 1 26 45.4

3003 432,000 1 11 25.5 32.8 + 7.3
3004 487,800 1 17 34.9
3005 586,800 1 18 30.7
3006 306,000 1 8 26.1
Test substance 75.0 3101 553,500 2 13 23.5
3102 452,700 1 19 42.0

3103 711,900 1 23 32.3 30.1 + 9.9
3104 785,700 1 28 35.6
3105 468,900 1 8 17.1
150 3201 402,300 1 19 47.2
3202 334,800 1 12 35.8

3203 337,500 1 10 29.6 33.5 + 10.1
3204 533,700 2 19 35.6
3205 307,800 1 6 19.5
300 3301 409,500 1 24 58.6
3302 329,400 1 16 48.6

3303 309,600 1 13 42.0 46.3 + 7.8
3304 576,900 1 25 43.3
3305 463,500 1 18 38.8
ENU 100 3401 305,100 1 27 88.5
3402 618,300 2 50 80.9

3403 495,000 1 52 105.1 112.7 = 32.4 * (AW)

3404 478,800 1 77 160.8
3405 319,500 1 41 128.3

Corn oil: Negative control (10 mL/kg)

ENU: Positive control (N-ethyl-N-nitrosourea, 10 mL/kg, i.p., dose once a day, for 2 days, expression period; 10 days)
*: Significant difference from negative control (p<0.05)

(AW) : Aspin-Welch's t test



_Zg_

exp . No . [ NG

Table 4. Induction of mutation in glandular stomach of transgenic mice treated with ISOEUGENYL METHYL ETHER
[Male mice dosed once a day, for 28 days (Oral administration, 3 days after final administration)]

Number of Number Number Mutant Group
Substance Dose Animal plaque of of frequency Mean * S.D.
(mg/kg/day, p.o.) ID No. forming units packagings mutants (x107%) (x107%)
Corn oil 0 3001 1,410,300 2 334 236.8
3002 572,400 1 20 34.9
3003 515,700 1 29 56.2 69.2 + 83.0
3004 615,600 1 13 21.1 ( 35.7 + 13.4 ) #
3005 588,600 1 23 39.1
3006 407,700 1 11 27.0
Test substance 75.0 3101 300,600 1 8 26.6
3102 810,900 1 14 17.3
3103 832,500 1 23 27.6 29.1 + 9.8
3104 923,400 1 41 44.4
3105 678,600 1 20 29.5
150 3201 564,300 1 10 17.7
3202 957,600 1 17 17.8
3203 351,000 1 13 37.0 27.6 + 9.3
3204 709,200 1 25 35.3
3205 663,300 1 20 30.2
300 3301 921,600 1 31 33.6
3302 789,300 1 17 21.5
3303 447,300 1 21 46.9 31.4 + 10.3
3304 664,200 1 15 22.6
3305 838,800 1 27 32.2
ENU 100 3401 479,700 1 158 329.4
3402 638,100 1 217 340.1
3403 943,200 1 332 352.0 333.3 19.4 * (AW)
3404 638,100 1 219 343.2 (S)
3405 898,200 1 271 301.7

Corn oil: Negative control (10 mL/kg)

ENU: Positive control (N-ethyl-N-nitrosourea, 10 mL/kg, i.p., dose once a day, for 2 days, expression period; 10 days)
*: Significant difference from negative control (p<0.05)

(AW) : Aspin-Welch's t test (When animal ID No.3001 is included)

(S): Student's t test (When animal ID No.3001 is excluded)

#: This value was calculated by removing animal ID No.3001
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Appendix 1. Clinical Signs
ISOEUGENYL METHYL ETHER:Dose Range-finding Study for Transgenic Mouse Gene Mutation Assay

Exp. No. [ NN

(Exp. No. )
30.0 Observation Type: All Types From Day 1 (Start Date) to 15 (Start Date)
mg/kg/day
Sex: Male
1001 Normal 1[BF] to 14[AF]
Euthanasia 15[BC]
1002 Normal 1[BF] to 14[AF]
Euthanasia 15[BC]
1003 Normal 1[BF] to 14[AF]
Euthanasia 15[BC]

Values=Clin Obs Range
BF: Before administration
AF: After administration
BC: Before carrying out
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Appendix 1. Clinical Signs
ISOEUGENYL METHYL ETHER:Dose Range-finding Study for Transgenic Mouse Gene Mutation Assay

Exp. No. [ NN

(Exp. No. )
100 Observation Type: All Types From Day 1 (Start Date) to 15 (Start Date)
mg/kg/day
Sex: Male
1101 Normal 1[BF] to 14[AF]
Euthanasia 15[BC]
1102 Normal 1[BF] to 14[AF]
Euthanasia 15[BC]
1103 Normal 1[BF] to 14[AF]
Euthanasia 15[BC]

Values=Clin Obs Range
BF: Before administration
AF: After administration
BC: Before carrying out
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Appendix 1. Clinical Signs
ISOEUGENYL METHYL ETHER:Dose Range-finding Study for Transgenic Mouse Gene Mutation Assay

Exp. No. [ NN

(Exp. No. )

300 Observation Type: All Types From Day 1 (Start Date) to 15 (Start Date)

mg/kg/day

Sex: Male

1201 Normal 1[BF] to 14[AF]
Euthanasia 15[BC]

1202 Normal 1[BF],3[AF] to 14[AF]
Decrease in locomotor activity 1[AF] to 2[AF]
Euthanasia 15[BC]

1203 Normal 1[BF],2[AF] to 14[AF]
Decrease in locomotor activity 1[AF]
Euthanasia 15[BC]

Values=Clin Obs Range
BF: Before administration
AF: After administration
BC: Before carrying out
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Appendix 1. Clinical Signs
ISOEUGENYL METHYL ETHER:Dose Range-finding Study for Transgenic Mouse Gene Mutation Assay

Exp. No. [ NN

(Exp. No. )

1000 Observation Type: All Types From Day 1 (Start Date) to 15 (Start Date)

mg/kg/day

Sex: Male

1301 Normal 1[BF],10[AF] to 14[AF]
Decrease in locomotor activity 1[AF] to 9[AF]
Euthanasia 15[BC]

1302 Normal 1[BF],3[AF],6[AF] to 14[AF]
Decrease in locomotor activity 1[AF] to 2[AF],4[AF] to 5[AF]
Euthanasia 15[BC]

1303 Normal 1[BF],3[AF] to 4[AF],7[AF] to 8[AF],10[AF] to 14[AF]
Decrease in locomotor activity 1[AF] to 2[AF],5[AF] to 6[AF],9[AF]
Euthanasia 15[BC]

Values=Clin Obs Range
BF: Before administration
AF: After administration
BC: Before carrying out
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Appendix 1. Clinical Signs
ISOEUGENYL METHYL ETHER:Dose Range-finding Study for Transgenic Mouse Gene Mutation Assay

Exp. No. [ NN

(Exp. No. )
30.0 Observation Type: All Types From Day 1 (Start Date) to 15 (Start Date)
mg/kg/day
Sex: Female
2001 Normal 1[BF] to 14[AF]
Euthanasia 15[BC]
2002 Normal 1[BF] to 14[AF]
Euthanasia 15[BC]
2003 Normal 1[BF] to 14[AF]
Euthanasia 15[BC]

Values=Clin Obs Range
BF: Before administration
AF: After administration
BC: Before carrying out
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Appendix 1. Clinical Signs
ISOEUGENYL METHYL ETHER:Dose Range-finding Study for Transgenic Mouse Gene Mutation Assay

Exp. No. [ NN

(Exp. No. )
100 Observation Type: All Types From Day 1 (Start Date) to 15 (Start Date)
mg/kg/day
Sex: Female
2101 Normal 1[BF] to 14[AF]
Euthanasia 15[BC]
2102 Normal 1[BF] to 14[AF]
Euthanasia 15[BC]
2103 Normal 1[BF] to 14[AF]
Euthanasia 15[BC]

Values=Clin Obs Range
BF: Before administration
AF: After administration
BC: Before carrying out
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Appendix 1. Clinical Signs
ISOEUGENYL METHYL ETHER:Dose Range-finding Study for Transgenic Mouse Gene Mutation Assay

Exp. No. [ NN

(Exp. No. )
300 Observation Type: All Types From Day 1 (Start Date) to 15 (Start Date)
mg/kg/day
Sex: Female
2201 Normal 1[BF] to 1[AF],3[AF] to 14[AF]
Decrease in locomotor activity 2[AF]
Euthanasia 15[BC]
2202 Normal 1[BF],2[AF] to 14[AF]
Decrease in locomotor activity 1[AF]
Euthanasia 15[BC]
2203 Normal 1[BF] to 14[AF]
Euthanasia 15[BC]

Values=Clin Obs Range
BF: Before administration
AF: After administration
BC: Before carrying out
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Appendix 1. Clinical Signs
ISOEUGENYL METHYL ETHER:Dose Range-finding Study for Transgenic Mouse Gene Mutation Assay

Exp. No. [ NN

(Exp. No. )
1000 Observation Type: All Types From Day 1 (Start Date) to 15 (Start Date)
mg/kg/day
Sex: Female
2301 Normal 1[BF],5[AF] to 6[AF],8[AF] to 14[AF]
Decrease in locomotor activity 1[AF] to 4[AF],7[AF]
Euthanasia 15[BC]
2302 Normal 1[BF]
Decrease in locomotor activity 1[AF] to 3[AF]
Dead 4[BF]
2303 Normal 1[BF] to 2[AF]
Decrease in locomotor activity 3[AF] to 5[AF]
Dead 6[BF]

Values=Clin Obs Range
BF: Before administration
AF: After administration
BC: Before carrying out
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Appendix 2. Body Weights

ISOEUGENYL METHYL ETHER:Dose Range-finding Study for Transgenic Mouse Gene Mutation Assay
(Exp. No. [ NG

_I.l7_

Sex: Male Day(s) Relative to Start Date
30.0
mg/kg/day Body weight Body weight Body weight Gain
(2 (2 (2 (2
1 8 15 1to 15
1001 253 253 25.0 -0.3
1002 24.2 23.4 24.1 -0.1
1003 28.4 28.9 29.6 1.2
Mean 26.0 259 26.2 0.3
SD 2.2 2.8 3.0 0.8
N 3 3 3 3
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Appendix 2. Body Weights

ISOEUGENYL METHYL ETHER:Dose Range-finding Study for Transgenic Mouse Gene Mutation Assay
(Exp. No. [ NG

_ZV_

Sex: Male Day(s) Relative to Start Date
100
mg/kg/day Body weight Body weight Body weight Gain
(2 (2 (2 (2
1 8 15 1to 15
1101 24.1 23.8 23.5 -0.6
1102 25.5 24.8 253 -0.2
1103 26.7 26.3 27.0 0.3
Mean 25.4 25.0 253 -0.2
SD 1.3 1.3 1.8 0.5
N 3 3 3 3
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Appendix 2. Body Weights

ISOEUGENYL METHYL ETHER:Dose Range-finding Study for Transgenic Mouse Gene Mutation Assay
(Exp. No. [ NG

_E.l?_

Sex: Male Day(s) Relative to Start Date
300
mg/kg/day Body weight Body weight Body weight Gain
(2 (2 (2 (2
1 8 15 1to 15
1201 26.1 25.8 26.1 0.0
1202 26.1 26.2 26.5 0.4
1203 24.2 25.1 25.2 1.0
Mean 25.5 25.7 259 0.5
SD 1.1 0.6 0.7 0.5
N 3 3 3 3




Exp. No. [ NN

Appendix 2. Body Weights

ISOEUGENYL METHYL ETHER:Dose Range-finding Study for Transgenic Mouse Gene Mutation Assay
(Exp. No. [ NG

_v.l?_

Sex: Male Day(s) Relative to Start Date
1000
mg/kg/day Body weight Body weight Body weight Gain
(2 (2 (2 (2
1 8 15 1to 15
1301 26.5 22.5 23.5 -3.0
1302 25.8 233 243 -1.5
1303 243 21.8 21.7 -2.6
Mean 25.5 22.5 23.2 2.4
SD 1.1 0.8 1.3 0.8
N 3 3 3 3
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Appendix 2. Body Weights

ISOEUGENYL METHYL ETHER:Dose Range-finding Study for Transgenic Mouse Gene Mutation Assay
(Exp. No. [ NG

_917_

Sex: Female Day(s) Relative to Start Date
30.0
mg/kg/day Body weight Body weight Body weight Gain
(2 (2 (2 (2
1 8 15 1to 15
2001 23.2 23.0 22.7 -0.5
2002 21.7 21.1 20.9 -0.8
2003 22.1 21.8 22.2 0.1
Mean 223 22.0 21.9 -0.4
SD 0.8 1.0 0.9 0.5
N 3 3 3 3




Exp. No. [ NN

Appendix 2. Body Weights

ISOEUGENYL METHYL ETHER:Dose Range-finding Study for Transgenic Mouse Gene Mutation Assay
(Exp. No. [ NG

_917_

Sex: Female Day(s) Relative to Start Date
100
mg/kg/day Body weight Body weight Body weight Gain
(2 (2 (2 (2
1 8 15 1to 15
2101 21.9 21.2 20.7 -1.2
2102 22.7 22.7 22.5 -0.2
2103 22.1 20.9 20.9 -1.2
Mean 22.2 21.6 21.4 -0.9
SD 0.4 1.0 1.0 0.6
N 3 3 3 3




Exp. No. [ NN

Appendix 2. Body Weights

ISOEUGENYL METHYL ETHER:Dose Range-finding Study for Transgenic Mouse Gene Mutation Assay
(Exp. No. [ NG

_L.l?_

Sex: Female

Day(s) Relative to Start Date

300
mg/kg/day Body weight Body weight Body weight Gain
(2 (2 (2 (2
1 8 15 1to15
2201 22.1 21.8 21.2 -0.9
2202 23.2 22.5 23.0 -0.2
2203 21.3 20.5 19.7 -1.6
Mean 222 21.6 21.3 -0.9
SD 1.0 1.0 1.7 0.7
N 3 3 3 3
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Appendix 2. Body Weights

ISOEUGENYL METHYL ETHER:Dose Range-finding Study for Transgenic Mouse Gene Mutation Assay

Exp. No. [ NN

(Exp. No.
Sex: Female Day(s) Relative to Start Date
1000
mg/kg/day Body weight Body weight Body weight Final body Final body Gain
weight weight
(2 (2 (2 (2 (2 (2
1 8 15 4 6 1to 15
2301 21.6 20.0 22.0 . 0.4
2302 22.6 21.4 .
2303 23.5 20.0
Mean 22.6 20.0 22.0 214 20.0 0.4
SD 1.0 . . . . .
N 3 1 1 1 1 1
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Exp. No. [ NN

Appendix 3. Clinical Signs
ISOEUGENYL METHYL ETHER: Transgenic Mice Gene Mutation Assay (Exp. No. | KTczczN)

NC Observation Type: All Types From Day 1 (Start Date) to 31 (Start Date)

0

mg/kg/day

Sex: Male

3001 Normal 1[BF] to 31[MP]
Sacrificed 31[MP]

3002 Normal 1[BF] to 31[MP]
Sacrificed 31[MP]

3003 Normal 1[BF] to 31[MP]
Sacrificed 31[MP]

3004 Normal 1[BF] to 31[MP]
Sacrificed 31[MP]

3005 Normal 1[BF] to 31[MP]
Sacrificed 31[MP]

3006 Normal 1[BF] to 31[MP]
Sacrificed 31[MP]

Values=Clin Obs Range
NC: Nagative Control
BF: Before administration
MP: Manifestaion period
PC: Positive Control
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Appendix 3. Clinical Signs

ISOEUGENYL METHYL ETHER: Transgenic Mice Gene Mutation Assay (Exp. No. | KTczczN)

Exp. No. [ NN

75.0 Observation Type: All Types From Day 1 (Start Date) to 31 (Start Date)

mg/kg/day

Sex: Male

3101 Normal 1[BF] to 31[MP]
Sacrificed 31[MP]

3102 Normal 1[BF] to 31[MP]
Sacrificed 31[MP]

3103 Normal 1[BF] to 31[MP]
Sacrificed 31[MP]

3104 Normal 1[BF] to 31[MP]
Sacrificed 31[MP]

3105 Normal 1[BF] to 31[MP]
Sacrificed 31[MP]

3106 Normal 1[BF] to 31[MP]
Sacrificed 31[MP]

Values=Clin Obs Range
NC: Nagative Control
BF: Before administration
MP: Manifestaion period
PC: Positive Control
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Appendix 3. Clinical Signs

ISOEUGENYL METHYL ETHER: Transgenic Mice Gene Mutation Assay (Exp. No. | KTczczN)

Exp. No. [ NN

150 Observation Type: All Types From Day 1 (Start Date) to 31 (Start Date)

mg/kg/day

Sex: Male

3201 Normal 1[BF] to 31[MP]
Sacrificed 31[MP]

3202 Normal 1[BF] to 31[MP]
Sacrificed 31[MP]

3203 Normal 1[BF] to 31[MP]
Sacrificed 31[MP]

3204 Normal 1[BF] to 31[MP]
Sacrificed 31[MP]

3205 Normal 1[BF] to 31[MP]
Sacrificed 31[MP]

3206 Normal 1[BF] to 31[MP]
Sacrificed 31[MP]

Values=Clin Obs Range
NC: Nagative Control
BF: Before administration
MP: Manifestaion period
PC: Positive Control
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Appendix 3. Clinical Signs

ISOEUGENYL METHYL ETHER: Transgenic Mice Gene Mutation Assay (Exp. No. | KTczczN)

Exp. No. [ NN

300 Observation Type: All Types From Day 1 (Start Date) to 31 (Start Date)

mg/kg/day

Sex: Male

3301 Normal 1[BF] to 31[MP]
Sacrificed 31[MP]

3302 Normal 1[BF] to 31[MP]
Sacrificed 31[MP]

3303 Normal 1[BF] to 31[MP]
Sacrificed 31[MP]

3304 Normal 1[BF] to 31[MP]
Sacrificed 31[MP]

3305 Normal 1[BF] to 31[MP]
Sacrificed 31[MP]

3306 Normal 1[BF] to 31[MP]
Sacrificed 31[MP]

3307 Normal 1[BF] to 31[MP]
Sacrificed 31[MP]

3308 Normal 1[BF] to 31[MP]
Sacrificed 31[MP]

Values=Clin Obs Range
NC: Nagative Control
BF: Before administration
MP: Manifestaion period
PC: Positive Control



_SS_

Appendix 3. Clinical Signs

Exp. No. [ NN

ISOEUGENYL METHYL ETHER: Transgenic Mice Gene Mutation Assay (Exp. No. | KTczczN)

PC Observation Type: All Types From Day 1 (Start Date) to 31 (Start Date)

100

mg/kg/day

Sex: Male

3401 Normal 1[BF] to 13[MP]
Sacrificed 13[MP]

3402 Normal 1[BF] to 13[MP]
Sacrificed 13[MP]

3403 Normal 1[BF] to 13[MP]
Sacrificed 13[MP]

3404 Normal 1[BF] to 13[MP]
Sacrificed 13[MP]

3405 Normal 1[BF] to 13[MP]
Sacrificed 13[MP]

3406 Normal 1[BF] to 13[MP]
Sacrificed 13[MP]

Values=Clin Obs Range
NC: Nagative Control
BF: Before administration
MP: Manifestaion period
PC: Positive Control
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Appendix 4. Body Weights

ISOEUGENYL METHYL ETHER: Transgenic Mice Gene Mutation Assay (Exp. No. | KTGcGcIN)

Exp. No. [ NN

Sex: Male Day(s) Relative to Start Date
NC
0 Body weight Body weight Body weight Body weight Body weight Body weight Gain
mg/kg/day
(2 (2 (2 (2 (2 (2 (2
1 8 15 22 29 31 1 to 31
3001 26.8 27.8 27.9 28.6 28.9 28.9 2.1
3002 24.7 25.5 25.2 25.8 254 259 1.2
3003 27.1 28.0 28.6 30.3 30.5 30.7 3.6
3004 26.1 26.3 27.5 27.4 27.3 27.4 1.3
3005 25.8 24.9 25.5 26.3 26.2 26.6 0.8
3006 28.0 28.7 29.0 30.4 29.7 30.7 2.7
Mean 26.4 26.9 27.3 28.1 28.0 28.4 2.0
SD 1.1 1.5 1.6 2.0 2.0 2.1 1.1
N 6 6 6 6 6 6 6

NC: Nagative Control




_SS_

Appendix 4. Body Weights

ISOEUGENYL METHYL ETHER: Transgenic Mice Gene Mutation Assay (Exp. No. | KTGcGcIN)

Exp. No. [ NN

Sex: Male Day(s) Relative to Start Date
75.0
mg/kg/day Body weight Body weight Body weight Body weight Body weight Body weight Gain
(8) (8) (8) (8) (8) (8) (8)
1 8 15 22 29 31 1to 31
3101 27.3 27.2 28.1 27.6 27.5 28.0 0.7
3102 26.1 27.0 26.6 26.5 27.2 27.3 1.2
3103 26.6 27.5 28.1 28.0 28.5 28.3 1.7
3104 25.2 25.1 24.9 25.7 26.1 25.9 0.7
3105 28.1 29.9 29.6 29.3 29.8 29.5 1.4
3106 25.8 26.3 26.3 27.1 27.2 27.5 1.7
Mean 26.5 27.2 273 27.4 27.7 27.8 1.2
SD 1.1 1.6 1.7 1.2 1.3 1.2 0.5
N 6 6 6 6 6 6 6

NC: Nagative Control
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Appendix 4. Body Weights

ISOEUGENYL METHYL ETHER: Transgenic Mice Gene Mutation Assay (Exp. No. | KTGcGcIN)

Exp. No. [ NN

Sex: Male Day(s) Relative to Start Date
150
mg/kg/day Body weight Body weight Body weight Body weight Body weight Body weight Gain
(2 (2 (2 (2 (2 (2 (2
1 8 15 22 29 31 1 to 31
3201 27.8 27.4 27.8 28.7 28.4 28.8 1.0
3202 26.1 27.0 273 27.7 28.4 29.2 3.1
3203 26.8 27.3 27.9 29.1 28.9 28.4 1.6
3204 27.3 28.4 28.1 28.4 27.8 28.7 1.4
3205 25.7 25.8 26.7 27.0 271 27.9 2.2
3206 25.0 25.5 25.8 27.0 26.8 26.6 1.6
Mean 26.5 26.9 27.3 28.0 279 28.3 1.8
SD 1.0 1.1 0.9 0.9 0.8 0.9 0.7
N 6 6 6 6 6 6 6

NC: Nagative Control
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Appendix 4. Body Weights

ISOEUGENYL METHYL ETHER: Transgenic Mice Gene Mutation Assay (Exp. No. | KTGcGcIN)

Exp. No. [ NN

Sex: Male Day(s) Relative to Start Date
300
mg/kg/day Body weight Body weight Body weight Body weight Body weight Body weight Gain
(8) (8) (8) (8) (8) (8) (8)
1 8 15 22 29 31 1to 31
3301 27.3 27.7 27.5 27.7 27.3 27.8 0.5
3302 26.6 28.1 28.2 28.5 28.7 294 2.8
3303 25.5 25.0 26.2 26.6 27.7 28.0 2.5
3304 25.1 254 25.5 25.9 25.6 26.3 1.2
3305 27.9 27.4 27.5 27.1 26.9 26.8 -1.1
3306 26.2 26.1 26.6 27.8 27.8 28.3 2.1
3307 26.4 26.1 26.3 27.8 28.0 27.7 1.3
3308 25.8 24.8 24.8 24.8 25.5 253 -0.5
Mean 26.4 26.3 26.6 27.0 27.2 27.5 1.1
SD 0.9 1.3 1.1 1.2 1.1 1.3 1.4
N 8 8 8 8 8 8 8

NC: Nagative Control
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Appendix 4. Body Weights
ISOEUGENYL METHYL ETHER: Transgenic Mice Gene Mutation Assay (Exp. No. | KTGcGcIN)

Sex: Male Day(s) Relative to Start Date

_89_

PC
100 Body weight Body weight
mg/kg/day
(2 (2
1 13
3401 27.0 25.8
3402 26.2 243
3403 253 24.5
3404 28.6 26.0
3405 26.7 24.8
3406 26.0 25.2
Mean 26.6 25.1
SD 1.1 0.7
N 6 6

PC: Positive Control
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exp . No . [ NG

Appendix 5. Gross findings in the gene mutation assay of ISOEUGENYL METHYL ETHER
[Male mice dosed once a day, for 28 days (Oral administration, 3 days after final administration)]
Dose Animal . , Day at . .
Substance (mg/kg/day, p.o.) ID No. Classification necropsy Organs Findings
Corn oil 0 3001 Sacrificed 31 Liver -
Glandular stomach -
3002 Sacrificed 31 Liver -
Glandular stomach -
3003 Sacrificed 31 Liver -
Glandular stomach -
3004 Sacrificed 31 Liver -
Glandular stomach -
3005 Sacrificed 31 Liver -
Glandular stomach -
3006 Sacrificed 31 Liver -
Glandular stomach -
Test substance 75.0 3101 Sacrificed 31 Liver -
Glandular stomach -
3102 Sacrificed 31 Liver -
Glandular stomach -
3103 Sacrificed 31 Liver -
Glandular stomach -
3104 Sacrificed 31 Liver -
Glandular stomach -
3105 Sacrificed 31 Liver -
Glandular stomach -
3106 Sacrificed 31 Liver -
Glandular stomach -
Corn oil: Negative control (10 mL/kg)

-: No remarkable change
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exp . No . [ NG

Appendix 5. Continued
Dose Animal . . Day at . .
Substance (mg/kg/day, p.o.) ID No. Classification necropsy Organs Findings
Test substance 150 3201 Sacrificed 31 Liver -
Glandular stomach -
3202 Sacrificed 31 Liver -
Glandular stomach -
3203 Sacrificed 31 Liver -
Glandular stomach -
3204 Sacrificed 31 Liver -
Glandular stomach -
3205 Sacrificed 31 Liver -
Glandular stomach -
3206 Sacrificed 31 Liver -
Glandular stomach -
300 3301 Sacrificed 31 Liver -
Glandular stomach -
3302 Sacrificed 31 Liver -
Glandular stomach -
3303 Sacrificed 31 Liver -
Glandular stomach -
3304 Sacrificed 31 Liver -
Glandular stomach -
3305 Sacrificed 31 Liver -
Glandular stomach -
3306 Sacrificed 31 Liver -
Glandular stomach -
3307 Sacrificed 31 Liver -
Glandular stomach -
3308 Sacrificed 31 Liver -
Glandular stomach -

-: No remarkable change
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Appendix 5. Continued
Dose Animal . . Day at . .
Substance (mg/kg/day, i.p.) ID No. Classification necropsy Organs Findings
ENU 100 3401 Sacrificed 13 Liver -
Glandular stomach -
3402 Sacrificed 13 Liver -
Glandular stomach -
3403 Sacrificed 13 Liver -
Glandular stomach -
3404 Sacrificed 13 Liver -
Glandular stomach -
3405 Sacrificed 13 Liver -
Glandular stomach -
3406 Sacrificed 13 Liver -
Glandular stomach -
ENU: Positive control (N-ethyl-N-nitrosourea, 10 mL/kg, dose once a day, for 2 days, expression period; 10 days)

No remarkable change



v o, I

Appendix 6. Historical control data (Transgenic rodent gene mutation assay (lacZ assay))

[MutaMouse: male; liver]

Mutant frequency [<107] Range
Group +SD
(Mean+8.D.) Lower Upper
Negative control 123 41.6+12.7 16.7 66.5
Positive control 107 128.4 +£38.5 529 203.9
[MutaMouse: male; stomach]
-6 Range
Group n Mutant frequincy [*107°]
(Mean +8.D.) Lower Upper
Negative control 133 40.0+12.3 15.9 64.1
Positive control 123 420.1 £81.0 261.3 578.9

Negative control: Including water for injection, 0.5% methylcellulose, corn oil, etc.
Positive control: N-ethyl-N-nitrosourea (ENU, 100 mg/kg)
The range of each control is 95% confidence interval.

The above historical control data collection period;

Siomact: ors
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FINAL REPORT
Reference data 1 SR E IR D2 E VRS 5
a— A VA A IV R TF IV —T VDI TEVEMER
e HIERE
i 4 (mg/mL) Pt
BT AL D {15 2 %)
(mg/mL)
T T
1.051 1.065
| 1.041 1.036 1.016 1.034 99.8
1.015 1.020
1022 1046
100 103.1 103.5 101.1 103.0 99.5
105.1 1032

1) BB X OVH TR CHIE L7 fE
2) WG 8 B CGEHIEEE : 4.1~7.6°C) +=IEEDL 24 BERIE  (SZHFEEE : 19.8~21.1°C)
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