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Na,HPO,
KH,PO,
NaCl
NH,Cl (Rt T356)
FEEVUIVIN

20 g
100 mL
(EHEE : 1~9°C) 1R1FLT-.
339 g
150 ¢
250 g
500 g
1000 mL

B — b —|BMK A EE AL, AX—T—THREBE LN, £a3e2 a3 ouint
7=, W%, BBk EZWCTER LTZ. A — k7 L—7 (121°C, 204y) TIE L7214,

-16 -



Exp. No. D848 ( 115-223 )
FINAL REPORT

Kok GRYEME - 1~9°C) 1R1FLT-.

13.75. 50 wn%7 Y Er—/L

PUFOEIE CHREL L=,
70+ (1260 g/mL, FGHEET ) 397 mL
K 100 mL

E—h —OEMK A E AN, AF—TF—THBELENSD LT v Y 28RN
L7~ fifts, BMKEZFAWTER L. A—rZ7 L—7 (121°C, 207%4y) THE L~
%, Wik (GEMEE : 1~9°C) RfFELT=.

13.7.6. 1 mol/L Hitlig~ 27 % 3 7 LIKIRHK

PR ORIA TR L.
MgSO,-7H,0 246 g
2 N 100 mL

F— k27 L—7 (121°C, 20%y) PEt, =E GEUEE : 1~30°C) fRAFLT-.

13.7.7. 1 mol/L b /v 7 OKERHR

PIFOEIETHRRLL 7=
CaCly-2H,0 (FyGHiZE T.38) 147 ¢
K 10 mL

F—hr7 L—7 (121°C, 207%7) WFEH%, Wik GEMEE : 1~9°C) fR{FL7=.

13.78. 1wN%TF 7 3 KK

PUFOEIETHRELL 7=,
F7 2 R (Lot No. WERS857, FIGHIEK T 24) 01 g
K 10 mL

T 4B — (02 um) SHBRER, W GEE : 1~9°C) fRfF LIz

13.79.  10mg/mL 7 2/ FR/KIRIE

LUFoBIG T L7z
L(--7"m V> (LotNo.PEE2878, Ft:flisk 13) 1 g
L-2( > (LotNo.CDJ4982, FGHliZE T 3) 1 g
L(+)-A Y rA > (LotNo. ALH4672, FOYGHiZE T.3£) 1 g
LEELUIIN 100 mL

= — UK A AN, AZ—T —THIRLRN S, Kl e b ouinL
T, 74— (fLAE02 um) SIEERER, i GEHEE : 1~9°C) fRfF LTz
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20 mg/mL 71 F~ A KRR

LUROEE TS LT,
TF~A R (Lot No. LAR4778, FEAlisk T.24) 20 mg
FEEVUIVIN 1 mL

T4 NSF— (FLEE02 pm) ASIHEREE, HEERAE LT,

25mg/mL 7 27 A7 == —)UIKK

LIFoOEIE CTHE L.
75 57 x==2—,>L (LotNo. WKH3920, FGHlisk T.3) 250 mg
=% ) —) (BAH(LE) 10 mL

74— (L2 02 um) AiEBRER, HER T LT

25 mg/mL 6-FA 77 = AR (6-TG A7)

LIF OB T L7-.
6-F 4277 =2 (LotNo.JI01 & 5\ T AEHGH, HHEUbAK) 25 mg
DMSO (Rt T2E) 1 mL

TIVIRANEERNTEEL, 1 FFERESIEICE Lz, ARG L 7-.

VT RNT H—
LUFOEIGCHREL7-.
NaCl 6 g
37 7 77— (Lot No. 1038439 & %\ M3 1279022, BD Diagnostic) 6 g
K 1000 mL
F— k27 L—7 (121°C, 20 53) TUWEE L7-t%, HAREE CTY 4 —2— " 2EHNT,
50°C (2R L7z,
6-TG ¥V 7 N7 H—DHH1E, 51225 mg/mL 6- TG iR (FARFARY) 2 HERTC
I mL N L7-.

MO + Cm ZZRFEHE L OYM9 + Cm + 6TG 2RI

PIFOEIE TR L.
N NT F— 15 g
ERK 800 mL

FEROBIEAFE L, IEEOBMAKEZRING, AX—TF7—R_—2 AN TAH— L7
L—7" (121°C, 20 %4y) THE Li=. AZ—F7—0 k2 50°C OFRiAEE, F— K7
L—T 0T LT H—a R L.
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5 x M9 salt 200 mL
50 wv% 27 U Er—)L 20 mL
1 mol/L i~ 7 % 3 7 I IKIERIK 2 mL
1 mol/L ¥t r vy 7 BIKERTR 0.1 mL
1 W% T T 2 KIS 05 mL
10 mg/mL 7 2/ FR/KIATR 4 mL
25mg/mL 7 1T AT == 2— LRk 1 mL
25 mg/mL 6TG ¥AZ (M9 +Cm + 6TG ZEREE D7) 1 mL

TH—=DIREN TR o126, AX—TF—ZHNTRE LN D, EoEamnL
77, v —L (HEAA9 mm) |[ZZELRESH 25 mL 23N L, ZERESHINE L LI-1%,
L—h 2T v 7IZAN, EDDTAIBRANERTHZETEL, SETHRELE.

13.7.15.  1/15 mol/L Na-K #& &k

LUFOEIG THRE L.
Na,HPO, 757 g
KH,PO, 1.82 g
K 1000 mL
F—hr71L—7 (121°C, 20 43) CHE L7-th, =R GEUEE : 1~30°C) TERIEL
7.

13.7.16. A-trypticase ZEREFH

LU R OEIE THE L.
BBL trypticase peptone (Lot No. 0230928, BD Diagnostic) 10 g
NaCl 5 g
NI NTIT— 10 g
Atk 1000 mL

F— k27 L—7 (121°C, 204y) THE L7-%, FIETK 60°C T THAIL, 1 mol/L
MgSO410 mL 2N L72 (Bt 10 mmol/L). v —1L (BE£L90 mm) (IAFERE:
25 mL 280 L, ZEREFDSEUL LI2%ICT L— 2T v 712 AN, 4°C TIRfE L.

-19-
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13.7.17. M-trypticase b 77 H—

13.8.

13.8.1.

13.8.2.

13.8.3.

13.84.

LUFOBIG T L 7-.
BBL trypticase peptone 1 g
NaCl 05 g
NI NT T — 06 g
FEEVIVIN 100 mL

A —hr7 L—7 (121°C, 20747) TP L7-%, =R T 60°C ETHHIL, 1 mol/L
MgSO, 1 mL ZFM L7z GRA&HRE 10 mmol/L). fHFARE T 4 —% — 2 ZHNT
50°C DA CIRIE L7z,

PR E RS
BRI E IR DR

PERE A N 7w o TR S T

FEERBRTIL, 4.00, 1.20, 0.400 335 000.120 g # IEMEICFEE L, Z124 20 mL
BOARALY U —ITA LT, FEEASRE U Er a Uiy, WERERD A Ay
Uy A—lZ A\ huEraviliziiz, 20 mL &35 2 22k b 200, 60.0, 20.0
FBEV 6.00 mg/mL kA Wi L7z, SHENRIZOWT, B HICRE RN
T L, TV RANTHEN U, Sl Il 8 B (R HLTE 1~30°C, I :
19.6~21.0°C) IZTRIFL, ENENOEGIZHVE.

TG #RBATIE, 1.50, 0.500 FXT00.150 g ZZNELI 25 mL BHDA AT T A ZIERE
ICFEEL7Z. hoEmradilizinzg, 25 mL & 9252 &89 60.0, 20.0 3L T06.00
mg/mL VAR & W LT, SiRRIC W, SRS HICREBRST/INMIT L, TR
RATHESE Uz, BRI TSR (IR EREYE 1~30°C, FEHIME : 20.3~22.2°C
(R 7T 7FERNE : 19.6~21.9°C) ] IZTRIFL, TNENOEGITH .
R EIR D22 TE M

SRR K-> CEE SNz -7 ex®3-7nnryaXvoT y MaEHS 28 B
AR N E MR NcBW T, R Er a il ORBREL, 04~20 wA%IE
TROPEFERPECEE, B TICRBWT 10 HRIZETH D Z EPHERSNL TN,
PR E IR DIy

HFORE (2245 A7, NALGENE®) |ZBEfEL7-.

Bo et R LI oD Y

ENU5S0mg Z &Y, HEDRBREICE L=, 1/15mol/L V U ekEER (pH6) %

A TSmLIZERL, 10 mg/mL K2 ¥ L7z, Mo BRI, HRGRR L 7-.

-20-
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TR R ER DALy
HEF ORI (4FEFES AT A, NALGENE®) (2JE#: L7~

I HRRE

et HRAE
PR E AN DA TH D b ' 2 WmeiH L.

BhsttEt HERE

gpt assay FAIZ, HA FTA L THEESN TS ENU 28R L7-. A3k 2ok
D 100 mgkg & L, T X ToOlzsZ bt & L7z, Spii assay /HIZ,
2-amino- 1-methyl-6-phenylimidazo [4,5-b]pyridine 7% 400 ppm O & CIRATR G- X 41, Bt
FERNTD Z & DR S T=BIRRER D O Fliz Fi -

REFREAR (FHAR

M=
ANERSRE C I S 7R BR O &L ¥, 1-Bromo-3-chloropropane %~ 7 A LT v
MR OG- LT & 2D LDso fflE, 1290 318 680~1200 mgkg Th-7= . F7=,
N-7wE3-7nn7ur07y Mvg 28 BREER DG EERR Dok
TIE, #5521 B5 25 HORMNIZ, 500 mgkg $5-EDHE 10 Bl 4 FI233E1 L, 561
DNHEFEIRAEIC X 0 WA B L7-. 20 38 KO0 100 mg/kg & GHEZRBWOTIE, FELEHITR
IV oTe. BGHIRIT, 100 mgkg FGHELL ETHIEDFED B, HEEH% T,
500 mg/kg 5 5 THEMESA], 100 mg/kg & GHEORE 3/5 1, M 2/5 FlRED B/, Liz
25T, 1000 mgkg i AEE L, LA 300, 100 355K 0830.0 mgkg O 4 HE%Z7%E
L7,

ARERIE DAL
BRI I (mg/kg) B W
30.0 3 1101~1103
100 3 1201~1203
HE

300 3 1301~1303
1000 3 1401~1403

BB 5k L OB BRI

W E OB ERRIIRO L L, T AR—F T Y oo TFTu M) o F 42 H
W1 H 1Al 524 FEFFRRC 7 B REGEER G Lz, & GARIIARE 100 g 472
D 0S5mL &L, BEOTEEOIRE LREGE (mL) Z23Re7-.

-21 -
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IREHIE S L O fiRRes 2
RN IRE, TR T IR (BES (T IRE) 36 L Ok 5% 1 HIZEE 1 KFE (PG6002-S,
ART7—+ FLF) ZHOCTRELZRAE L7z, 72, SECEMIC OV TIISET T AT
REZRE L. BEEEMWIC OV I, BESEA FIWT L 7R R E 2 JE L7z,
PRS- A O EMBEG% 1 BE T A 1 ELLE, 80— #RRIEZBIE LI-%, &
MBS G% 1 H TORLEFRERDT.

RER R R

JREFHIRA T, WIRBIER DA% FektE LT-.

Rk 24 42 A 13 BIC2AGFEME, A Y 70T REE T CRUILIZ L 0 2253 S E 7
%, SR L= 7o, EEHIE P OBEEMIC OV T Y, AIREZRIRY A Y 7 LT R
TR L V2 S CHRKR L2, SECEMIC OV TS, BAAZE BISHR L.

HIRRCIE, Sflofs, BRBEILIBEEIZEL, M, M, Bk, SEHEVESONRE -
MRRA 10D & T2 RH OARE - M EZWNIRBIZ L. T X CTORRMERIZONT,
B, KE X, BFHSEATIEk LT, MR OBERITIEC) N ALEE L7,

hSvARVz=v7 (TG) RGP
&

FHEFRERBROMEE, 1000 mg/kg #ETIL Day 2 12 1/3 FOFELT 23588 Hi, Day 3 33

LW Day 4 IZIXENEIL L BIZDONWT, BHETEFTE RV S 720, 30

THEIM L72. 300 mg/kg BELL T OB GRECII BRIk A R fRIRRE D ZLITERD &
T, REOCBED LR SehoTo. Ein, MEARFORIRATRIZEVTH 300
mg/kg FELL T OB GRECIIFFETREBUTRD DR h o7z, LI -C, Bkt
fHEE B 2 HiLd 300 mgkg Z@fHEE L, Ay 10 FREECRR L72LLT 100 35 L 1830.0
mg/kg Dit 3 HEAEWERWEREE L TRE LT,

FRBRRE DAL
St ( i i B 5
mgkgiday)  prhm G
P i 0 6 5 2001~2006
30.0 6 5 2101~2106
RS 100 6 5 2201~2206
300 10 5 2301~2310
BE Pt i 100 6 5 2401~2406

*: hyEBmal **: ENU (mgkg)
-0
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B 5w

FaPEc BRI L ORI I 5RE C DWW T, I 5 TEA TR+ 572D, 6 T (300
mg/kg BECOWTIE 10 P0) 1085 Lz, BECHIEERTR0 LA -T2 L, B
TG D/NSVIEIZ 5 PLZ2RHICEE R Lz, Sl Lgn@iicounaid, 13.11.7.
(ZEReHT o5 R E (EER) ZH L2 ICHREREL, 77/ & DNA OfHII 770 -
7-.

Fe 5 I71ER L O SRk

BRI OB HREHEITR O & L, T A ARV T L) VBT 7a Mg
TEMWT, 1 H 18, 28 HiEhEGERTEE S Lz, #EEIRO%S#E (mL) X
AE 100 g 24729 05mL & L, 13.11.6.DETHIE L= ORE)N SR DT,
BEMEI BRI DB G-1F, IEENIR G- & L, 25G IEFEHAEE LIZT 4 AR—Y 7Ly
VoYW T1 B 1E, 2 BRGNS Lz, 5L, (KE 100g %4729 1mL
&L, Dayl OFEZIEICHEM L.

511 F KOS B HIH]

BeHBtAH % Day 1 LD, #RAH (Day -9) 22Of07H (Day 1) £ CTEMBRE -
BI{LIR, Day 1 725 Day 28 % T4 5-Hif#], Day29 7°5 Day 31 £ CTaZEIHIRK &3
% & &I, Day 1~7 % Week 1, Day 8~14 % Week 2, Day 15~21 % Week 3, Day 22~
28 & Week4 & L7o. Ef&ib5% 3 B (Day31) (ZanEZHH L. Bt ico»
T, Day2 BLU3IKE L, &54#% 10 H (Day 13) (Z8E ZHf§H L7z,

7083, FBIIRIE, OECD Guideline for the Testing of Chemicals 488 {Z%E U CEXE L 7.

%,

IRERIE R L Ok e 22
Day -9 (EVARE), 1 (BT H (EBR4A)], 8, 15, 22, 29 BL U3l BFE
FHERD &, B RFE (PG6002-S, A hZ7—+ FLUR) ZHWTKREZIE L. B
PEXHRBEIZ DUV TIE, Day-9 (BHRARE), 1| (BT H) BEON3 GRERELERD
(ZE T RFEA D CIREZE L.

SYERIHET, 1 B 1ML, 80—k Es L.

FE (HMD fE, PIIREIEIS JOMRTE
RIS A% AW CREGES S8 D, IR, KhRE, Bl XUWERARNL, =
OB ORWIRBIZEZ{T o712, £7o, fiHL7aE (Hifk LONER) I2OWToOEE
%,“%fﬂ(mﬂms fb7—-kvk)%%mmeL,ﬁﬁLt.ﬁﬁ,%%
EOMAY MZIFRA IR L ZaRE L.
MEERAEE xER) %2, SMBORESIOWEEE»SRHE L [
HEE / SIBRAOKE) x100]. 72k, IS KOWEHROBIERIT g (INICE 2 F

223 -
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T) &L7-.

FIRE ORI - A, U TFOIFEICRE -T2,

Jile : AEZEOIMARDRRAE AR S L%y (BP-50F, HED) ZHWT 4 5 AfEE< vk
2. <RI, 2 EnBlo~A 7 aFa—T7IC AN, iEESR (LN,
RS S 7. o EEB IO OMOIER, RIFEIZAN, LN, & Al
TIEMOSNE S e B A a2 T EN S LIEL, 3 S8 7.

KEEE : ZEREOKRBEE 2/ LI2t%, F=2—7I1CA%, LN, THif SE7-.

B MR, WP R A SO ORI L, KRB HIZYIBE L7,
AW & AP AR CUOVH LT, Z01%, RilZ28122 Lz ECriE & REIC
HEIUTz. BEIZOWTIHRAFRIZ AL, LN, T & E 7.

. EAORBREZRE L%, 2o~ A 7 aFa—TIC A, RIKER

(LN Hrcuifs sd7e.

HAEIE, BIGR Y U —%— (MDF-U28IAT &%\ MDF-U71V, ZiEEkE, e
fifl : —80°C, JEUEfH : ~90~-60°C) HIZIRAF L7,

FTARTOMHEE (EER) 1, FCMEEIERE £ TRESND. ZOBRDRIEC
DN, REBRELE LT X — T L, BIREDS.

A E OEINFLH

il : AP X DB R S, FERRHERE TH Y, BRI E 3 R
ERECHET LB 2 0N5T-0.

KEEE : AHEREC L AN RSN, EERE ThHImw.

H BRI X 2 B R S, #R OB 5 CII e & Bk g 5 2%
BETHHIZD.

FEE . AEEBREIC L DR S, IO L MER T 5720,

/7 7 2 DNA Ot

B0 ARIARE DT A YRR AR (RNase 27512) 3 mL Z50EL, K
RTRHILZ. ROT, BEERRT 2 AN, Sy ALERACTHRE YA XL

H 5B U 0.5 mol/L o = fiANE 3 mL & AFLTKA L7z 15 mL A0S IC_Eio
SRR A N B L, O (LC-122, h S —k5T) IV T 3000 /min (1710
G) TI10 izl L7z, EEZARA METEREL, BHAILTHS RNase ZAHX 7
AR 3 mL 2Nz, K<URBL7C (B s . BBEO%a1E, i RNase
A AR A O CRBRE D D ERA TN L, Xy AV ERVTRE VA
ALtz (B MRaigiEsig) .

Z OB/ MR C 7 1 70— K I 3 mL 20 TSR L, 1~5

-24 -
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RS (B NBIAIZ 72 % £ 7C) 50°C DS CTHRIR L, Wb Sw7=. &8 (]9 6 mL)
O Ph/CHEKZ N A, BIEMAENEFL, 10 /5w —7 —&% —Z A ClRERERIE, 0
B (LC-122) ZMH T 2500 v/min (1190 G) T 10 il L. B OkfR) & h7 v
AT 7=y NTECEIL L, #7272 15 mL BOE LI L=, AHEZ 2 [k
DIRLTz. 72720, INZ 5 Ph/CHEEOEIZEUL L7k & L Lz, B L 72K
LEBEOraaRVL AT INT A a—RIE (B 24 1) 2Nz, EElisE
RFIL, 10 53n—7—% —% HWClElRRf%, 2500 vmin (1190 G) T 10 4y filio
L7z, AKFZENLL, #H LV S50 mL BAOBEVEICE Lz, mILVEICTY ) —L &R~
Mz, %7/ 2 DNA ZHrHH S, M L7z 5 DNA % 710%T% ) — /LD A>T~
Ar7aFa2—7IBL, BELE 10 R LE. RNT, @m0 (MX-160) % HWT
13000 r/min (13240 G) T 10 ZofEhim i Lz, Bz ~A 7 <y hTRIEEZRBR Y B
T, Ta—TERRBINET D LICLVE T ) — VAR ST, i (100
ul) O TEFE@ENR (=vRoP—2) 2Nz, —WESEEICHE L, 70O DNA ZIA1F
SH7. PHRRIE, BRI TTIRIE L=

Spi- assay CIHPERE RN TS Z & D3R SV BIERER OFg 22V T DNA fliH A5
fiti L, Spi assay (22O NCOAHIENE L7z

J T DNA IR, B3R 3 » AN 5.

PBREIE DY (gpt assay)

AHE200mL D8y T =47 T 2 22 LB B #R 30 mL, < /b b — AIKEHK (200
mg/mL) 300 uL I X T~ A T KGR (20 mg/mL) 30 pL Z¥RANL 72, AU RS
rF GRIEME - —80°C) L TRV KIBHE YG6020 FRA @R L7-1%, 50 pL #5E L7-.
37°C, 120 [Bl DRGSR C—He (14~18 FEfE) BF L, AR E L.

ZE 500 mL D3y T Zf4 7 T A 3|2, LB BEEER 100 mL, ~ /L b —AZKIEK (200
mg/mL) 1 mLBEOIF~A U ARK 20mg/mL) 100 uL Z¥RIL, ®WT, Yo
RITHFARIR 1.5 mL 20 U714, [ARRIC 2~6 MR R 2t ) 7o, Rk 11k, Bk
7% 10 Rz 0 syEE (2000 /min) L7z, EIGEZEET, 10 mmol/L fiifit~ 7 %> 7 L%k
Erie LB RS2 S0 mL CHYERE L7 (RIGEREIR) .

AEREROYE(  (Spi” assay)

AE 200 mL DNy TN =HT T A3 3 K2 LB EEERZ 30 mL $ORINLT.
ZHUCHR R GREE : —80°C) L THBWZ KR (XL-1 Blue MRA), AMGE [XL-1
Blue MRA (P2)] BLOKGHE [WL95 (P2)] *Z@lfR Li-1%, FALTHh 50 uL 4o
fEL7z. 37°C, 120 [/ 73 OIRESAF Tl (14~18 ) K5 L, RikFSKE L7,

A 500 mL D/ 7T ZAT T A3 3KIZ, LB HHARIR 100 &5 NE20mL, v /L
=K (200 mg/mL) 1 H 502 mL Z#ZNEFURIML, RUWNT, JEORiEE
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% 1.5 H2HUNE03 mL TO5EE L7-1%, [RIERIC 2~6 INFRTREEEER R 2 foei T 7o, B5aik
Tth, BRI 10 Syl orEE (2000 /min) L7z, EiEZH5C, 10 mmol/L fifig~ 2
X LG e LB AR Z S0mL TN L, BB L7z OUESRER) .
Confirmation Hl OFREREFEOUEH X, FEHEICADOE T, HE, EHEEZET L.
* : Spi B HAKGAH~ 7 — 2 D confirmation DFERIZfEH

77 INDNA D3 /r— 7 (gpt, Spi assay F:i)

Transpack (Stratagene) HLELYNTD Instruction Manual (ZHE> TNy r— 2 7 % S
L7-. Transpack ®F = —=" (RED) ZfRH L7=. 100~600 pg/mL FEEE DR IZFHHR L
7247 7 ADNARIROEB L Z 10yl #F=—7 (RED) (2%, EXyT 4712k b
RA LTt4, 30°C OFMT 90 7oA ¥ 2— bk L7z, RWTC, F=—7 (BLUE)
ERREL, Z? 10 uL #F=—7 (RED) (Zhix, RERIZIEA L7z, 51T, 30°C ©
T 90 A X 2= N AT TS, A X 2= MET R, KT 2—TNOEE
TRE 300 pL (2725 X 512 SMARE R Z I %, H0Zii#R Uiz O v r— U 0 ZVRIR) .
PRy r = TEIRIMERIRF £ T, KT TIRIFE L T2,

R lr = PUSIRO T V—T (7 (gpt assay)

KIGHERREIR (YG6020 £F) %, 77— HHA (XA 2 —H) /IaliRiE 2 Kk X

OSREREHH (BL 7 va VM) /NRBRE 5 A2 200 pL 047 E L TRV e, 10
mmol/L it~ 7 %0 L& Eie LB H iR A ARHT = — 712 495 L 7o>40E L7z,
FRAT 2 —TN N = TR S uL 2L, AT v 7 A F—THRLL
oo TERRIKE UTc. Fifika 2 A 2 —R/NRBRE 2 AT 5 L 721mL, Hr
T AIXP—THRLIZ. N r—V PR AR L7 Y a L INRBRE 5 ARITH
60 WL TOWRIML, RAT v 7 AIFH—THI L GAREOELY v a /N
BT TN =V PRIREEZIRIN L) - 24 2 —R/NE B L0k
L7 g RV INGRBRAE & 37°C T 20 pFRECRFE L7o. #RERE, 37°C, 120 [0/ 2y 0ikiE
T30 3 MIERE Lic, # A 2 —RVNRBE S, by 77 A —25mL 2R, RLT >
7 AR X —THIL, MO+Cm BRI ERBZER L. haed A 4—HA71—
Fe Ll L2 va VRNRBREIZ 6TG kv 77 4—2.5 mL Ziz, AT v oA
JFY—THEHL, MO+Cm+6TG EREICEEZEE L. ZhitklL i alH
TL—hE LT A X —HT L— MI3TPCOEMT2~3 HiEl, EL o v a V7 L—
NME 37°C DTS HERGE LT,

I = TV DT L—T 1 > (Spi assay)
KIGERENL (XL-1 Blue MRA) %, #8877 —7HHA (¥4 % —H) /g 2 R
(2200 uL o537 E L ThU e, RIGREEEIK [XL-1 Blue MRA (P2)] %, ZEPRZESE
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WA (BL 27 va M) ANRBRE 2 AUZ 200 pL 90437 L TIV=. 10 mmol/L Hifig~
TR LEETe LB BEIR A ARAT = —712 495 uL 7o Lz, AT =—
NN r =V RIS pL #WSINL, RLVT v 7 AR —THE L. Zhiadw
Wik e Uiz, #lRigae 2 A 2 —HF2—7 2 K25 pL oML, RLTv 7 AIF
=T L. Ny —Y 0 PRt L 7 v a VT 2 —7 2 ARISKI 150 pL o
WL, RVT o7 AIFH—TPL0NHE LT QARBOEL Y v a v HFa—
TS QN R r— U U TVRIREREIRINLTD) . 2 A X —HAF 2 —T7BL U0
V7 va v Fa—T7%37°C T mRERE L. 24 —HF2—T7kBX0tL
va T 2—TIZ, A-rypticase b FT 25 mL #IZ, BT w7 AIFH—
THHEL, A-trypticase RN REA TG L. ZhaZ A4 —H7 1L — LW
vl a7V — e L, A2 —HBIOELZ a7 L— ME37°C T
—t (14~18 H§f]) Bsa L7,

an=—@FH (gpt assay)

BRI TR, an=—8 A HFECGHILEZ. 2L, ELrva A7 L— o
av=—{3, 552046 S B H T 6TG OHTHIZE Y, 2 u=—0iRIRREHI 72 5729,
3B LU4 HEDOR ROl 2 =— Al L 7=,

77— 7 OFHI (Spi assay)
B TR, 77— BEMTFETGHI LT

=11 =—@ confirmation (gpt assay)

T ARTCD gpt BEAMEAH =2 0 =—|Z-OU T, confirmation % i L7-.

RAEFAD M9 + Cm ZERIFHIFS L TONMO + Cm + 6TG FERIFHIIC STIRMEZ AL 0 11 7=

Ll varfA7L—bhDan=—, AN —JEHHOBELESEOT. LY
Va7 b= hoan=— L RBOWEE»~ A 7 aF 2 —7 % Ui Lo, HEfH L
7o~A 7 8F 2—71Z 1/15 mol/L Na-K buffer 2 50 uL +>057F L=, ®Lv 7 v a v HY
L— b 3w =—Z B 2 TUS R D S T < filih 7z, TUSE 5% 1/15 mol/L Na-K
buffer TE < Peo7z. JTWEEE M9 +Cm + 6TG FERKFH, M9 + Cm ZEREFHIONAIZ A T
U —2 L72.37°C DFAFT2~3 ARG L2 M9 + Cm ZEREHIFES L UYMO + Cm + 6TG
EREHOWFIZ, AENROONcan=—%2LRan=—L 7. ZRao=—0
i1, confirmation & DfE % Y 7=,
7" —2 @ confirmation (Spi” assay)

T RTO SpiBBARGH 7T — 7 1225V T WL95 (P2) k% & 87= confirmation % 5
i L7z,

KA XL-1 Blue MRA, XL-1 Blue MRA (P2) 33 X TYWL95 (P2) Z /N4 (2 200 pL
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PFONEL. OVE LT/ NRBRE IS, A-trypticase b v 77 H—% 2.5 mL Oz, R
NWNT o 7 AIFP—THIEL, REHD L -trypticase FRIEMIC 2 EAFRE L=, FHiE
%, 7b— &) | R ST g, R L7 L — MR Z RS O AT 72

L/ varfA7L— b DT T2, ARy MEFTO@LE S EDOITT-. LY
va T V— FOT T =7 B L FEOBE R~ A 7 v F 2 —7 2 Ui Lz, HEii L
fe~vA 7 aF 2—7I2 SM FEERZ 60 uL 320 E LT, BEL 7 v a VAT L— o
T =D TRV ERy R HWIIRATF v 7HHWTERI E S DWW, SM iR
EE 60 uL 223 1E LTc~ A 7 0 F 2 —712< VERWZFER 2 ATz, 24 % confirmation
L L7=. K XL-1 Blue MRA, XL-1Blue MRA (P2) 3L UVWLO5S (P2) ZEE L
72 A -trypticase FERFFHIC confirmation % Z 44 1~2 pL T2AKy k L7z, 37°C
DEMT—We (14~18 IFfH]) K72 L7z, K5 XL-1 Blue MRA, XL-1 Blue MRA (P2)
BELORWLYS P2) D3 OO L— b ETTIT—I 2R LT-bDOEERTT—7 L L
7=. BE75—7 OfEIZL, confirmation $DfE % FHV =,

oo =—HoOEH (gprassay)
ZA =7 — MBI LTcae=—4 (N) &L, FTRoXEHnTikan
=—#%ERDT-.

Wwan=—# = XA ¥—H71— MIHBL L7212 =—% x Dilution Factor
N x 100 x 300 (uL)
5 (uL)

Y

/%:D:’—iﬁ =

=6000 x N

ZEIRAZ BAEE  (Mutant Frequency) OB H (gpt assay)
ZEIRIS AR Y, BL 7 a7 L — hoaa=—f# (Confirmation £ DfE) %
oo =—8TRLT, YR COZIREE ML 2R 7.

Tl 73 7 — D aa =—§#%% (Confirmation % OfE)
man=—¥%

77— BOFEH (Spi assay)
ZAZ—H7L— MIHBLL7Z7 7 =278 (N) 23k L, FaoRXEHN TR 7 —
7B wRDT-.

WTT—T % = XA X —FH7 L — MIHBL L7277 — 7% x Dilution Factor

AP g N x 100 x 300 (uL)
/‘Au\7 7 y@ 5 (HL)

=6000 x N
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13.11.22. ZESRZEHAEME  (Mutant Frequency) DHLHY (Spi- assay)
GERIIBAIE Y, BL 7 a7 V— N7 77— (Confirmation $DfE) %

W77 =78 TERLT, Hiklik CORMRE L 2RO Tz

\ vL 7 va A7 L— b7 T — 7 ## (Confirmation £ (D)
o wro—r %
13.12.  REROMFT
Bt BRI 2 i < SRR $ G REDJEIRIE UL, HeAIT Bartlett (D557 BRE
ZFEM LT, FoBOY%ETE, Dunnett (D2 H HEHRE CxtlaRE & Ao E 5 5-8EH
DHEZEZRIE L2, Bartlett D0 HRE TRENR (FEZ0530 L) 0541,
Steel DFRTE Txif R & SR E I SR OA EZEERE LTz,
Rt R & M FEHE C OSSR B DL Y, I FREZFE L, AEE
PO BIZRWGEIZIE, Student O t FREZ FEHE L2, FRUE CHEZEN RO b5
1F, Aspin-Welch D t {2 1E & 50 L 7=.
BHRE DA BRI T 5% & L7z,
Bk set FERAE & LR U, BB B oD ZE0R A8 AP | 30\ ORI A B 22D
NIeHrals, BEEHE LT, 72720, Rfru7 ey, BRI ~ Cotm
LELEE L UTo 7.

14. FERRISLSEM:
BEPEe RBRED ITIBIC 351 2 J2RZE AR 12 30\ N T, FaMset BRI & B U TR
BERBINDTRD SNIHAT, BRI LTz Sl 5. A B2 bk
Mo T3EE, BEBROZAMEA M L, 2 ORGSR, 3BT L7220 &l L= 5 A0%
kB Ehid 5.
72385, BEMERHIRBEO IR 3517 5 ZSRAS BUEE I Z a5\ T, et FRYE & Ll Uit
SN B EEINNGRD BT, BRERITRAL L7 &k L7z,

-29.



15. #ER

15.1.

15.2.
15.2.1.

152.1.1.

152.1.2.

Exp. No. D848 ( 115-223 )
FINAL REPORT

FERRERR

FEHL%A Table 1 38X T2 72 5 TNT Appendix 1 38 L ON2 1277

1-Bromo-3-chloropropane #%5- 1000 mg/kg £ C Day 2 (Z 1/3 FlDIEL 3588 541, Day
3B LV Day 4 1ZIFENZE 1 BICHOWT, BHETEFTE RV EHET S0,
HRMZHIR L. 300 mg/kg FELL T O GHE ClImMIkE 2~ —RBO 2 I 358
D HIVT, KEOBHERBD HFED biveinoTz.

F7z, HIRRFORIRAT R TIE, 300 mgkg BELL N OB GHECIIFFET X E 2T
oY AWV

BinFRAEEAR
P

gpt assay

AERAE A Table 3 1T/~

PP R 301T 2 A BIR D JHRAE A O FHIEESD 1% 1.66£1.41 x 10° (0.59~
404x10°% ThHorz.

1-Bromo-3-chloropropane # 5-#F CORENRD RS FIHAE O ESD 1, (KM foD
30.0 mg/kg BET 1.55+1.16 x 10°°, H1HED 100 mg/kg FET 2.43+0.61 x 10°°, & HED 300
mg/kg BET 343197 x 10°TH Y, FEVETIREE L L THFHEICH BRI L, [l
ETH-T.

BEE BRI 35 2 BB D Z2IRAS A S O -5 (#SD 13 8.79+3.59 x 10°° S Hyin%
TRL, FEVEIERE L LS TREFHICATE (p<0.05) 7RBINIANERD BT,

Spi” assay

B R A Table 7 1”9

Pt R 30T 2 A BIR D ZHRIE AR O PHIEESD 1% 4.37£1.63 x 10° (3.02~
6.87x10°) Th-1-.

1-Bromo-3-chloropropane % 5-# COAENRDZEIRIS FAARE DF-H)fE+SD 1L, KT &ED
30.0 mg/kg FET 3.84+2.37 x 10°°, HTHED 100 mg/kg FET 1.05+1.44 x 10°°, & HIED 300
mg/kg BT 3714249 x 10° T V), FRVERTIRE & A TREFEICA B2 <, g
ETHoT-.

BRI B A RIR D SR ZE T D FHEESD 13 12.3542.44 x 10° &
WA R L, BEMEHREE & ECREEHFIICEE (p<0.05) 7eHihn2ss8ed Hivr.
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=
2

gpt assay

AERGE R4 Table 4 [T/~ T

G IR SR U B BARIR D 22K BAEFE O FEESD 13 0.95£0.94 x 10° (0.00~
1.90x 10°) Th -7z,

1-Bromo-3-chloropropane #%-5-#F CORHEIARDZEIRAE FBARE D F-EJELSD 1, KM &ED
30.0 mg/kg BT 0.34£0.47 x 10°°, H1HE0D 100 mg/kg BET 1.46:1.62 x 10°, & & 300
mg/kg HET 1.46+1.09 x 10° TH Y, FRMEIAEE L LA TREFAIICHEZT 2L, Rk
ETH-oT-.

BEAESer R 35 ) B AR D Z28RZE FAEIE O FHEESD 1 74.85+34.78 x 10°° L340
L, FERMERHRRE & A THEFFIICAE (p<0.05) 7RIS bz,

Spi” assay

AERAE A Table 8 1T/~ T

EPECHIRIHI351 2 AR D ZEIRA BB O PH)fE+SD 1 3.054247 x 10° (1.17~
635x10°) Thote.

1-Bromo-3-chloropropane #%-5-# COREADZEIRA AL D F-E)E+SD 13, KM ED
30.0 mg/kg BET 2.5142.34 x 10°°, F D 100 mg/kg BET 4.83£3.40 x 10, & fl & 300
mg/kg FET 3.66£3.60 x 10° T v, BEMEHIRRE & L THEHAIICE 2372 <, AR
EThoT.

H (H)

gpt assay

AERAE R4 Table 5 1 T/R T

G IR SR U B BARIR D 22K BB O FHMEESD 13 1434064 x 10° (0.79~
242x10°) Thoz.

1-Bromo-3-chloropropane 4% 5-# CORHENADZEIRAE FBAFE D F-EJELSD 1, KM &ED
30.0 mg/kg #ET 0.89+0.63 x 10°°, HHHED 100 mg/kg #£T 1.17+0.92 x 10°°, & 300
mg/kg T 0.87+0.85 x 10° TH Y, FRMEIAEE L LA TREHAIICHEZT 2L, Rk
ECHhoT-.

BEAEHRRIELC F5 1) B B A 0D 225K BB O SHEESD 13 14.5244.37 < 10°° L 880 %
AN =~ rélzxfﬂ@%ikttmff;m%éﬁ ZHE (p<0.05) ZRHIINNFED BT
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Spi assay

RS SL % Table 9 (T~

Bt HRREL 35 U 2 A AR D JRAE FUIHE O SAIAEESD 13 1.65+1.49 x 10° (0.00~
390x10°) ThH -tz

1-Bromo-3-chloropropane $3-5-# C OB AR D ZEIRE BB EE DF-EJELSD 1L, KA ED
30.0 mg/kg BET 2.88£2.58 x 10°°, HHED 100 mg/kg BEC 1.57+1.38 x 10°°, & 5D 300
mg/kg BET 1.50£2.48 x 10° TH 0, FalixHight & L THEHAIIICEEIT 2 <, AR
ETH o7

gpt assay

AERAE R4 Table 6 [T/~ T

G IR U B BARIR D 22K 28 AL O FMEESD 13 0.82+0.55 x 10° (0.00~
139x10°) Th-otz.

1-Bromo-3-chloropropane % 5-#f TOAENRD SRS BMARE DF-LfELSD 13, KD
30.0 mg/kg BT 0.7120.63 x 10°°, H1HED 100 mg/kg # T 0.66:0.87 x 10°°, & & 300
mg/kg BET 0.62+0.49 x 10° TH Y, [EVERIEE L L THEHERICA BT L, [FfE
ETH-oT-.

B R 51T 2 BB D ZERAS A OO WHIESD 13 1.2940.92 x 10°TH Y,
Pextoe FREE & BEASCRERHFRICA E AT <, FRRETH T,

Spi” assay

AR A Table 10 (27”7,

MR C 31T 2 A IR Z2IRZE B O )EESD 13 1.03£1.09 x 10° (0.00~
284x10°) Tho7-.

1-Bromo-3-chloropropane % 54 C DRI D ZERZE FARE O FHIELSD 1, KH&ED
30.0 mg/kg BET 1.45£2.02 x 10°°, F AR 100 mg/kg BET 1.33£2.17 x 10°°, & & 300
mg/kg BET 1174108 x 10° TH 1), Bt HRE & b CRGRHERIICH B ZIT72 <, AL
ETH o7

RE IS JO—fIRRE@IE2
BSR4 Appendix 3 B L UV4 1 TRT
1-Bromo-3-chloropropane @ 300 mg/kg #£ I, 1/10 4iC Dayl5 DARRICHERT (5) 23
D HIVIZA, BRI IBIE S e o 1o, FEEIRAEDFERIIARY TH 573,
ZTORERLFORINPOLMBEREO RO LS. BESRERL IO
1-Bromo-3-chloropropane D% D DOFHFETIE, BIfEZRMARERD I L O—IRIBO L L
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T ST
1526, #WHEERBSIUOWEERERE REL
FBRRESRZ Appendix 5 12”7
VN AL 1-Bromo-3-chloropropane ¢ 5-HEZRV T, FEMoef AL & Lhic L, BHREZR %S
EHEER LUSERERMREROZCITRD o7,

1527, fEEIREOAIRAT
ERRE% Appendix 6 [Z7R T
UWFHLD  1-Bromo-3-chloropropane # GHEICIVNT S, FFET NEZ(ITRO iR
Mmool

16. BE£R IO

1-Bromo-3-chloropropane DN, &, B (BRE : LLTH) BIURERIZKT 5E:
TYRE BRI BT, NI AV z=v 7~ R (gpt delta) ZHZiE
IR FIERE RGN (ViR —&—85T @ gpt BE W red/gam) %3 LTz

1000, 300, 100 35X 1*30.0 mgkg 4 FHEIZOWT 1 H 1], 24 KRBT 7 B
ELGERRERE O 5% E i U 7= B BROFE R, 1000 mg/kg FETlE Day 2 12 1/3 o>
FEMFROH B, Day 3 BLO4ITITENZI 1 HITHONT, BHETEFTERNE
T ST T2, HEMITHEIR L2, 300 mg/kg BELL T OBGRETIT—IRIEOZE LT
REOBEE 2B RO b -7, 72, FIRIFORIRFTRIZIBWV TS 300 mgkg
BELLTF OB GRECIIFET REBTRO SN o7z, LEEN- T, KT L
B2 HIL5 300 mgkg ZEHESE L, Ay 10 FREE TR L7ZLUT 100 5 L 08 30.0 mg/kg
DFF 3 HEZHEEREE L TRE LT

NI AV ==y 7@ BRI 28 ARG OG- L, 3 AROEG 2RI HL
MM AR, FaeB 2z L, K St 58 LORRICOWT gprassay 5L
Spi”assay (2 K V) s -8R EMAE 4R Tz

ZDOFER,  1-Bromo-3-chloropropane £ G5HEDATE, ‘BH#f, Hi L OREEROWTIUZE
WTh, gpt assay 33 KUY Spi- assay |2 L DR T-ZEIRZEFUBRREIT, FRMERTRRRE & bl L
THERH AN BB bz o7z,

SRS (1-Bromo-3-chloropropane) (Z-OVNT I, HIEE A IV D1 IR Faki )
BT, RETEMACRIEEET (<S9) DRI WP2uvrd #5365 L OVREHE ML RIEE
T (+89) DRI WPuvrd #E72 5 NS H/LE X T 5 TA100, TA1535 FRICIBUVNTHRE
TY, FHREROFRMEBHEIC L 0D LR ST b, £72, CHL Hilaz A
VD Yefr R B ERRER 'O\ T b BRI D-S9 35 L UMS9 THETH 1, Yeta ik
ERE OFENMEEELIC Z VRSN TS, L LR, 7y hEHAnETr
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F ) isHEER T, B A D 1,2,3-tribromo-propane 35 & TN 1,2-dibromo-3-chloropropane
NEIRIZ DNA HIEEZFREL VDb bbb T, BRWETH D
1-Bromo-3-chloropropane Tl DNA H{EMEAZRD b TR Y. Zhuk, ~es it
TR AAOREIDOENZ LD bDLEZ LN TEY, H2HOWAESUG (Rr 7L
BFFAE) \ZKDERDOER, BHREWNCLDbDEEZ LIS, £z, HIE
Z O DR 2R Bl ds JOY CHL M 2 FHV N 2 et fR B 5kl C I T RS M
ERIL, B1HOLORIETH D Z EITZ, 55TV DR EME IR EEF L O
Dy B ZE[ET 5 L BIsmM PR O S TBEZEHNZ &5, RKMEMITT
Bh-snTle~ v ZAOE, B, BB L URRIZBW TR FIRERAZFHIE L
HDEEZ B,

Bt E O F L= Frr Y v LT (ENU) #RHA&GH (100 mgke) 13, T,
BHfiFs L OV T gptassay |2 L HIBR 2R BB ES- LTl Y, 85 7222 B
JEVEREMERT IR & bl U CREGEHAICATE (p<0.05) 7Z2Hna R~ L7z,

Spi~ assay TREMFER D T & D3R S AT BIRRER O[T 2 B toc FREEDO TR & L
THIVWT Spi~ assay % 50 L 7=, {5228 SRR XM e miE 2 m L, BatEk)

FRREIC LE A TRER AR BRI (p<0.05) 25380 LTz, L7zii->C, lBRpkarss
PRl L2 &G, SialBRsii bl 5 ol &z & allr s -,

PLEDOFER G, Mi%aliget: T2V T, 1-Bromo-3-chloropropane (% F 7 A =
=y 73U AR L CRIE FRREREFRMEZ RS20 b 0 (&) LHEShz.

17. ZEIR

DI -7 2E3-7ea7ar07y v 28 HEER O GEMER
Br, (M) RN etr ¥ — REHFICHT

2) HEEME  ARFEERER T30 50 « 21 L OESE, Environ. Mutagen Res., 24
(2002) 75-80.

3) K. Masumura, K. Matsui, M. Yamada, M. Horiguchi, K. Ishida, M. Watanabe, O. Ueda, H.
Suzuki, Y. Kanke, K.R. Tindall, K. Wakabayashi, T. Sofuni and T. Nohmi, Mutagenicity of
2-amino-1-methyl-6-phenylimidazo [4,5-b]pyridine (PhIP) in the new gpt delta transgenic
mouse. Cancer Letters 143 (1999) 241-244.

4) TUCLID (International Uniform Chemical Information Data Base) Data Sheet, EU (1995)

5) Registry of Toxic Effects of Chemical Substances (RTECS), US NIOSH (1996)
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6) T. Nohmi, M. Katoh, H. Suzuki, M. Matsui, M. Yamada, M. Watanabe, M. Suzuki, N. Horiya,
O. Ueda, T. Shibuya, H. Ikeda and T. Sofuni, A new transgenic mouse mutagenesis test
system using Spi- and 6-thioguanine selections, Environmental Molecular Mutagenesis 28
(1996) 465-470.

7) T. Nohmi, T. Suzuki and K. Masumura, Recent advance in the protocols of transgenic mouse
mutation assays, Mutation Research 455 (2000) 191-215.

8) V. Thybaud, S. Dean, T. Nohmi, J. de Boer, G.R. Douglas, B.W. Glickman, N.J. Gorelick,
J.A. Heddle, R.H. Heflich, I. Lambert, H.J. Martus, J.C. Mirsalis, T. Suzuki and N. Yajima, In
vivo transgenic mutation assays. Mutation Research 540 (2003) 141-151.

o) I : -7 7 E-3-7 un T aoRr OMIEE VA EIRISREREER, (W) b
JRESR e e o 2 —

10) : -7 = €-3-7 1 n 7 usR o OFFUEE RN 2 U 2 Ye e R 5 R,

(M) it ER e Ml o 2 —

11)M. Lag, E.J. Soderlund, J.G. Omichinski, G. Brunborg, J.A. Holme, J.E. Dahl, S.D. Nelson, E.

Dybing, Effect of bromine and chlorine positioning in the induction of renal and testicular

toxicity by halogenated propanes. Chemical Research in Toxicology 4 (1991) 528-534.

18. HEREREEIDIRFAE

YRLRBRO TRERNE, it v & —ERMRA IR T TR R 10 FFRHIR

FEND. ZOBOBAEIOWTIL, RRZFEE L LT 2 — Tk L, BIRED 5.

o AEREHEE (FA)

o WEHWME (g

o WERWEICRET HEEE (EARCER, FARGEEL, 2 oofh)

o EF—% (Pehaisk, RENEREL JERBIEGIEL, 7/ L DNA IS, Z2RE
FURRERIERS R, 2 ofth)

o fHiE (FA)

o ZOMOREREIRE R}

19. FPRT2Z LB TERPoT-RBROBBIEIEL KTTRV O H 5 EERI L URRBREHE
ElWEDR o7 L
DAENEAE 2 (EeAy/eY
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Table 1. Mortality in dose-finding study of l-bromo-3-chloropropane
[Male mice dosed once a day, for 7 days (Oral administration, a day after final administration)]
Day of experiment Mortality
Substance Dose Animal
(mg/kg, p.o.) ID No. 1 2 3 4 5 6 7 8
1-Bromo-3-chloropropane 30.0 1101 Live Live Live Live Live Live Live Live o / 3
1102 Live Live Live Live Live Live Live Live
1103 Live Live Live Live Live Live Live Live
100 1201 Live Live Live Live Live Live Live Live o / 3
1202 Live Live Live Live Live Live Live Live
1203 Live Live Live Live Live Live Live Live
300 1301 Live Live Live Live Live Live Live Live o / 3
1302 Live Live Live Live Live Live Live Live
1303 Live Live Live Live Live Live Live Live
1000 1401 Live Live Live Moribund 3 / 3
1402 Live Dead
1403 Live Live Moribund
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Table 2. Gross findings in dose-finding study of 1-bromo-3-chloropropane

[Male mice dosed once a day, for 7 days (Oral administration, a day after final administration)]

Sex: Male Group : 1-Bromo-3-chloropropane
Group Animal ID-No. Classification Experimental day Organ Findings and comments
30.0 mg/kg 1101 Sacrificed 8 Normal
1102 Sacrificed 8 Normal
1103 Sacrificed 8 Spleen Black patch, single, 3x2 mm
100 mg/kg 1201 Sacrificed 8 Normal
1202 Sacrificed 8 Normal
1203 Sacrificed 8 Normal
300 mg/kg 1301 Sacrificed 8 Normal
1302 Sacrificed 8 Spleen Black patch, single, 2x2 mm

1303 Sacrificed 8 Spleen Black patch, single, 5x4 mm
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Sex: Male Group : 1-Bromo-3-chloropropane
Group Animal ID-No. Classification Experimental day Organ Findings and comments
1000 mg/kg 1401 Moribund 4 Thymus Atrophic
Liver Pale
Evident lobule
Spleen Black patch, single, 3x2 mm
Kidney Pale, bilateral
1402 Dead 2 [Autolysis (slight)]
Spleen Black patch, single, 6x3 mm
Stomach Black patch, a few, glandular stomach, 2x1 mm
1403 Moribund 3 Eye White patch, single, bilateral, cornea, diameter 2 mm
Liver White patch, single, 8x2 mm

Stomach Black patch, a few, glandular stomach, diameter 1.5 mm
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Table 3. Induction of mutation (gpt assay) in liver of transgenic mice treated with l-bromo-3-chloropropane
[Male mice dosed once a day, for 28 days (Oral administration, 3 days after final administration)]
Number of Number Mutant Group
Substance Dose Animal colony of frequency Mean * S.D.
(mg/kg, p.o.) ID No. forming units mutants (XlOfﬁ (XlO%)
Corn oil 0 2001 990,000 4 4.04
2002 1,695,000 1 0.59
2003 894,000 1 1.12 1.66 + 1.41
2004 1,302,000 1 0.77
2005 1,674,000 3 1.79
1-Bromo-3-chloropropane 30.0 2101 1,152,000 2 1.74
2102 1,260,000 0 0.00
2103 1,653,000 2 1.21 1.55 + 1.16
2104 1,242,000 4 3.22
2105 1,272,000 2 1.57
100 2201 1,440,000 4 2.78
2202 1,146,000 2 1.75
2203 1,239,000 4 3.23 2.43 + 0.61
2204 1,044,000 2 1.92
2205 1,212,000 3 2.48
300 2301 1,359,000 3 2.21
2302 1,002,000 5 4.99
2303 1,365,000 1 0.73 3.43 + 1.97
2304 1,071,000 4 3.73
2305 909,000 5 5.50
ENU 100 2401 1,182,000 8 6.77
2402 1,206,000 8 6.63
2403 1,356,000 9 6.64 8.79 + 3.59 *(S)
2404 1,677,000 15 8.94
2405 1,002,000 15 14.97

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)
(S): Student t test

*: Significant difference from negative control (p<0.05)
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Table 4. Induction of mutation (gpt assay) in bone marrow of transgenic mice treated with l-bromo-3-chloropropane
[Male mice dosed once a day, for 28 days (Oral administration, 3 days after final administration)]
Number of Number Mutant Group
Substance Dose Animal colony of frequency Mean * S.D.
(mg/kg, p.o.) ID No. forming units mutants (x10°%) (x107°%)
Corn oil 0 2001 894,000 0 0.00
2002 1,389,000 0 0.00
2003 1,575,000 3 1.90 0.95 + 0.94
2004 1,017,000 1 0.98
2005 1,080,000 2 1.85
1-Bromo-3-chloropropane 30.0 2101 1,287,000 0 0.00
2102 1,677,000 0 0.00
2103 1,158,000 1 0.86 0.34 + 0.47
2104 1,161,000 1 0.86
2105 1,128,000 0 0.00
100 2201 954,000 1 1.05
2202 549,000 2 3.064
2203 1,044,000 0 0.00 1.46 + 1.62
2204 765,000 2 2.61
2205 1,101,000 0 0.00
300 2301 753,000 0 0.00
2302 1,029,000 2 1.94
2303 870,000 1 1.15 1.46 + 1.09
2304 1,011,000 3 2.97
2305 804,000 1 1.24
ENU 100 2401 726,000 83 114.33
2402 570,000 63 110.53
2403 459,000 27 58.82 74.85 + 34.78 *(A)
2404 1,011,000 46 45.50
2405 1,110,000 50 45.05
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)

(A) : Aspin-Welch t test

*: Significant difference from negative control

(p<0.05)
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Table 5. Induction of mutation (gpt assay) in stomach of transgenic mice treated with l-bromo-3-chloropropane
[Male mice dosed once a day, for 28 days (Oral administration, 3 days after final administration)]
Number of Number Mutant Group
Substance Dose Animal colony of frequency Mean * S.D.
(mg/kg, p.o.) ID No. forming units mutants (x10°%) (x107°%)
Corn oil 0 2001 2,127,000 2 0.94
2002 2,115,000 3 1.42
2003 2,520,000 4 1.59 1.43 + 0.04
2004 2,547,000 2 0.79
2005 1,656,000 4 2.42
1-Bromo-3-chloropropane 30.0 2101 1,566,000 1 0.64
2102 1,488,000 2 1.34
2103 1,239,000 2 l.01 0.89 + 0.63
2104 2,283,000 2 0.88
2105 2,466,000 0 0.00
100 2201 1,626,000 4 2.46
2202 2,565,000 2 0.78
2203 3,771,000 4 1.06 1.17 + 0.92
2204 3,837,000 6 1.56
2205 4,062,000 0 0.00
300 2301 3,177,000 0 0.00
2302 1,296,000 2 1.54
2303 1,878,000 0 0.00 0.87 + 0.85
2304 1,647,000 3 1.82
2305 1,980,000 2 1.01
ENU 100 2401 2,025,000 40 19.75
2402 2,814,000 41 14.57
2403 2,832,000 39 13.77 14.52 + 4.37 *(R)
2404 2,280,000 18 7.89
2405 1,863,000 31 16.04

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)
(A) : Aspin-Welch t test

*: Significant difference from negative control (p<0.05)
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Table 6. Induction of mutation (gpt assay) in testis of transgenic mice treated with l-bromo-3-chloropropane
[Male mice dosed once a day, for 28 days (Oral administration, 3 days after final administration)]
Number of Number Mutant Group
Substance Dose Animal colony of frequency Mean * S.D.
(mg/kg, p.o.) ID No. forming units mutants (XlOfﬁ (XlO%)

Corn oil 0 2001 3,378,000 4 1.18
2002 3,762,000 0 0.00

2003 1,065,000 1 0.94 0.82 + 0.55
2004 1,743,000 1 0.57
2005 2,157,000 3 1.39
1-Bromo-3-chloropropane 30.0 2101 1,182,000 2 1.69
2102 2,379,000 2 0.84

2103 1,863,000 0 0.00 0.71 + 0.63
2104 3,816,000 2 0.52
2105 2,049,000 1 0.49
100 2201 2,283,000 5 2.19
2202 2,085,000 1 0.48

2203 4,035,000 1 0.25 0.66 + 0.87
2204 2,475,000 1 0.40
2205 4,251,000 0 0.00
300 2301 2,400,000 3 1.25
2302 4,908,000 4 0.81

2303 3,864,000 3 0.78 0.62 + 0.49
2304 3,768,000 1 0.27
2305 2,754,000 0 0.00
ENU 100 2401 2,727,000 5 1.83
2402 1,938,000 5 2.58

2403 3,006,000 3 1.00 1.29 + 0.92
2404 2,418,000 2 0.83
2405 4,395,000 1 0.23

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)
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Table 7. Induction of mutation (Spi assay) in liver of transgenic mice treated with l-bromo-3-chloropropane
[Male mice dosed once a day, for 28 days (Oral administration, 3 days after final administration)]
Number of Number Mutant Group
Substance Dose Animal colony of frequency Mean * S.D.
(mg/kg, p.o.) ID No. forming units mutants (x10°%) (x107°%)
Corn oil 0 2001 291,000 2 6.87
2002 918,000 3 3.27
2003 663,000 2 3.02 4.37 + 1.63
2004 849,000 3 3.53
2005 582,000 3 5.15
1-Bromo-3-chloropropane 30.0 2101 1,152,000 2 1.74
2102 792,000 4 5.05
2103 960,000 4 4.17 3.84 + 2.37
2104 786,000 1 1.27
2105 858,000 6 6.99
100 2201 777,000 0 0.00
2202 318,000 0 0.00
2203 414,000 1 2.42 1.05 + 1.44
2204 1,662,000 0 0.00
2205 711,000 2 2.81
300 2301 732,000 1 1.37
2302 294,000 1 3.40
2303 1,038,000 5 4.82 3.71 + 2.49
2304 636,000 1 1.57
2305 678,000 5 7.37
PhIP # 400 ppm 4-1 4,437,000 52 11.72
4-2 2,040,000 21 10.29 12.35 + 2.44 *(S)
4-3 3,990,000 60 15.04

Corn oil: Negative control (10 mL/kg)

PhIP: Positive control (2-amino-l-methyl-6-phenylimidazo[4,5-blpyridine, dietary administration)
#: The samples stored for other experiment were used in this study.

(S) : Student t test

*: Significant difference from negative control (p<0.05)
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Table 8. Induction of mutation (Spi assay) in bone marrow of transgenic mice treated with l-bromo-3-chloropropane
[Male mice dosed once a day, for 28 days (Oral administration, 3 days after final administration)]
Number of Number Mutant Group
Substance Dose Animal colony of frequency Mean * S.D.
(mg/kg, p.o.) ID No. forming units mutants (x10°%) (x107°%)

Corn oil 0 2001 315,000 2 6.35
2002 720,000 1 1.39

2003 789,000 1 1.27 3.05 + 2.47
2004 858,000 1 1.17
2005 591,000 3 5.08
1-Bromo-3-chloropropane 30.0 2101 483,000 2 4.14
2102 3,414,000 1 0.29

2103 711,000 2 2.81 2.51 + 2.34
2104 516,000 0 0.00
2105 375,000 2 5.33
100 2201 405,000 3 7.41
2202 222,000 0 0.00

2203 540,000 2 3.70 4.83 + 3.40
2204 459,000 2 4.36
2205 462,000 4 8.66
300 2301 300,000 0 0.00
2302 591,000 1 1.69

2303 783,000 2 2.55 3.66 + 3.60
2304 321,000 3 9.35
2305 426,000 2 4.69

Corn oil: Negative control (10 mL/kg)
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Table 9. Induction of mutation (Spi assay) in stomach of transgenic mice treated with l-bromo-3-chloropropane
[Male mice dosed once a day, for 28 days (Oral administration, 3 days after final administration)]
Number of Number Mutant Group
Substance Dose Animal colony of frequency Mean * S.D.
(mg/kg, p.o.) ID No. forming units mutants (x10°%) (x107°%)

Corn oil 0 2001 1,008,000 0 0.00
2002 927,000 2 2.16

2003 1,308,000 1 0.76 1.65 + 1.49
2004 1,419,000 2 1.41
2005 513,000 2 3.90
1-Bromo-3-chloropropane 30.0 2101 636,000 3 4.72
2102 564,000 1 1.77

2103 621,000 0 0.00 2.88 + 2.58
2104 474,000 3 6.33
2105 642,000 1 1.56
100 2201 732,000 1 1.37
2202 531,000 2 3.77

2203 729,000 0 0.00 1.57 + 1.38
2204 1,848,000 3 1.62
2205 2,715,000 3 1.10
300 2301 798,000 0 0.00
2302 564,000 1 1.77

2303 600,000 0 0.00 1.50 + 2.48
2304 759,000 0 0.00
2305 699,000 4 5.72

Corn oil: Negative control (10 mL/kg)
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Table 10. Induction of mutation (Spi assay) in testis of transgenic mice treated with l-bromo-3-chloropropane
[Male mice dosed once a day, for 28 days (Oral administration, 3 days after final administration)]
Number of Number Mutant Group
Substance Dose Animal colony of frequency Mean * S.D.
(mg/kg, p.o.) ID No. forming units mutants (x10°%) (x107°%)

Corn oil 0 2001 1,944,000 1 0.51
2002 1,713,000 2 1.17

2003 1,410,000 4 2.84 1.03 + 1.09
2004 5,025,000 0 0.00
2005 1,593,000 1 0.63
1-Bromo-3-chloropropane 30.0 2101 519,000 0 0.00
2102 996,000 5 5.02

2103 1,434,000 1 0.70 1.45 + 2.02
2104 1,137,000 1 0.88
2105 1,536,000 1 0.65
100 2201 993,000 0 0.00
2202 1,014,000 1 0.99

2203 891,000 0 0.00 1.33 + 2.17
2204 1,914,000 1 0.52
2205 777,000 4 5.15
300 2301 549,000 1 1.82
2302 4,359,000 0 0.00

2303 744,000 2 2.69 1.17 + 1.08
2304 4,221,000 2 0.47
2305 1,161,000 1 0.86

Corn oil: Negative control (10 mL/kg)



_AV_

Exp.No.D848 (115-223)

Appendix 1. Body weight in dose-finding study of l-bromo-3-chloropropane
[Male mice dosed once a day, for 7 days (Oral administration, a day after final administration)]

Body weight (g)

Substance Dose Animal Day -7 Day 1 Day 8 Dead Gain
(mg/kg, p.o.) ID No. (Received) (Allocated) (Sacrificed) (Moribund) (9)
1-Bromo-3-chloropropane 30.0 1101 24.7 26.9 26.6 -0.3
1102 23.3 25.2 25.3 0.1
1103 23.5 25.6 24.8 -0.8
MeantS.D. 23.8+0.8 25.940.9 25.6+0.9 -0.3+0.5
100 1201 23.5 25.5 26.3 0.8
1202 23.6 25.9 25.0 -0.9
1203 24.9 26.9 26.3 -0.6
MeantS.D. 24.0+0.8 26.1+0.7 25.940.8 -0.240.9
300 1301 24.3 26.7 26.8 0.1
1302 23.4 25.2 24.2 -1.0
1303 23.9 26.4 26.7 0.3
MeantS.D. 23.940.5 26.1+0.8 25.941.5 -0.24£0.7
1000 1401 23.0 25.4 20.0 (M: Day 4)
1402 23.0 26.4 24.5 (D: Day 2)
1403 23.4 26.1 24.1 (M: Day 3)
MeantS.D. 23.14£0.2 26.0+0.5

M: Moribund, D: Dead
Gain= Day 8 (Sacrificed)-Day 1 (Allocated)
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Appendix 2. Clinical observations in dose-finding study of l-bromo-3-chloropropane
[Male mice dosed once a day, for 7 days (Oral administration, a day after final administration)]
Day of experiment
Substance Dose Animal
(mg/kg, p.o.) ID No. 1 2 3 4 5 6 7 8
1-Bromo-3-chloropropane 30.0 1101 N N N N N N N N
1102 N N N N N N N N
1103 N N N N N N N N
100 1201 N N N N N N N N
1202 N N N N N N N N
1203 N N N N N N N N
300 1301 N N N N N N N N
1302 N N N N N N N N
1303 N N N N N N N N
Em,Dla,Ir, St,
1000 1401 N N St Hy, Pt, Ed, M
1402 N D

An, Pp, Ir,

1403 N St,Ir,Pt Hy,Pi,Sf,

Pt,La,M

N: Normal, D: Dead, M: Moribund, St: Staggering, Em: Emaciation, Dla: Decrease in locomotor activity
Ir: Irregular respiration, Hy: Hypothermia, Pt: Ptosis (ocular region), Ed: Eye discharge
An: Anorexia, Pp: Prone position, Pi: Piloerection, Sf: Soiled fur (Anogenital region), La: Lacrimation
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Appendix 3. Body weight in the gene mutation assay of l-bromo-3-chloropropane
[Male mice dosed once a day, for 28 days (Oral administration, 3 days after final administration)]
Body weight (g)
Substance Dose Animal Day -9 Day 1 Day 8 Day 15 Day 22 Day 29 Day 31 Gain
(mg/kg, ID No. (Received) (Allocated) (Sacrificed)
Corn oil 0 2001 24.8 26.6 26.4 26.8 27.4 27.5 27.4 0.8
2002 25.8 25.9 26.3 26.1 27.8 27.0 27.5 1.6
2003 25.0 26.6 25.3 25.7 26.9 26.4 27.0 0.4
2004 23.5 25.5 25.6 25.0 26.2 26.0 26.8 1.3
2005 24.5 25.9 25.5 25.3 25.6 25.8 25.8 -0.1
2006 24.9 25.5 25.7 26.6 27.4 27.0 27.4 1.9
MeantS.D. 24.8%0.8 26.0+0.5 25.8+0.4 25.9%10.7 26.9+0.8 26.6%0.7 27.0+0.6 1.0+0.8
1-Bromo-3-chloropropane 30. 2101 23.8 24.6 24.6 25.6 26.3 25.8 25.9 1.3
2102 25.9 26.3 25.6 25.7 26.4 26.7 26.1 -0.2
2103 24.6 27.0 26.3 26.0 26.6 26.7 26.7 -0.3
2104 24.2 25.9 25.5 25.0 25.7 25.1 25.2 -0.7
2105 24.1 25.4 25.2 25.5 26.1 26.8 26.1 0.7
2106 23.7 23.7 23.5 25.1 25.2 25.4 25.2 1.5
MeantS.D. 24.4%0.8 25.5+1.2 25.141.0 25.5+0.4 26.1+0.5 26.1+£0.7 25.940.6 0.44£0.9
100 2201 25.7 27.3 27.1 27.5 27.5 27.3 27.4 0.1
2202 24.1 25.2 25.8 25.2 25.2 26.5 26.2 1.0
2203 23.6 24 .4 24 .4 25.7 26.3 26.1 26.2 1.8
2204 23.3 24.1 24 .4 25.0 26.0 26.4 26.8 2.7
2205 24 .4 25.1 24.8 25.3 25.7 25.8 26.2 1.1
2206 24.3 26.4 26.6 26.9 27.2 27.1 27.2 0.8
MeantS.D. 24.2%0.8 25.4+1.2 25.5+#1.2 25.9%f1.0 26.3+0.9 26.5%0.6 26.7+0.5 1.3+0.9
300 2301 26.3 27.2 26.8 28.1 28.8 28.2 28.0 0.8
2302 23.7 25.0 24.7 25.8 27.5 27.6 27.7 2.7
2303 23.2 23.8 23.9 25.0 25.3 25.3 25.6 1.8
2304 23.7 25.6 25.6 26.2 26.9 26.8 26.4 0.8
2305 24.1 25.9 25.2 26.2 27.2 26.9 26.3 0.4
2306 25.1 26.4 27.1 26.7 27.7 28.4 27.4 1.0
2307 25.4 26.0 27.0 27.2 28.1 28.4 27.8 1.8
2308 26.0 28.4 29.3 29.2 29.5 30.5 29.1 0.7
2309 24.9 25.3 25.4 26.7 26.8 27.5 26.7 1.4
2310 23.0 24.5 24.7 25.3 25.9 27.1 26.8 2.3
MeantS.D. 24.5%1.2 25.8£1.3 26.0f1.6 26.6%x1.3 27.441.3 27.7.£1.4 27.2%£1.0 1.440.8

Corn oil: Negative control
Gain= Sacrificed-Day 1 (Allocated)

(10 mL/kg)
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Appendix 3. Continued
Body weight (qg)
Substance Dose Animal Day -9 Day 1 Day 13 Gain
(mg/kg, i.p.) ID No. (Received) (Allocated) (Sacrificed)
ENU 100 2401 25.6 27.5 25.7 -1.8
2402 23.4 23.9 22.8 -1.1
2403 24.1 25.4 24.3 -1.1
2404 24 .4 25.9 26.3 0.4
2405 26.0 27.0 26.5 -0.5
2406 25.3 25.7 25.3 -0.4
MeantS.D. 24.8%1.0 25.9+1.3 25.2+1.4 -0.8%0.8

ENU: Positive control (N-ethyl-N-nitrosourea, 10 mL/kg, dose once a day, for 2 days, expression period; 10 days)
Gain= Sacrificed-Day 1 (Allocated)
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Appendix 4. Clinical observations in the gene mutation assay of l-bromo-3-chloropropane
(Oral administration,

[Male mice dosed once a day,

for 28 days

Exp.No.D848

3 days after final administration)]

(115-223)

Substance

Dose

(mg/kg, p.o.)

Animal
ID No.

Day of experiment

=

[\

w

sy

[€)]

o

~

Corn oil

0

2001
2002
2003
2004
2005
2006

z2Z2z222

zZ2z22 2

z2Z2z22=2

z2Z2z22 2

z2Z2z222

z2Z2z222

z2Z2z22 2

1-Bromo-3-chloropropane

30.0

2101
2102
2103
2104
2105
2106

zZZz2z2 =2

zZz2=z2 =2

zZZz2=z2 =2

zZZz2=z2 =2

zZz2z2 =2

zZz2z2 =2

zZz2z2 =2

100

2201
2202
2203
2204
2205
2206

z2Z2z22 2

Zz2Z2z22 2

z2Z2z222

z2Z2z22 2

z2Z2z222

z2Z2z22 2

z2Z2z222

300

2301
2302
2303
2304
2305
2306
2307
2308
2309
2310

zzZzzz2z2 222

zzZzz2z2z2222

zzZzz2z2z2222

zzZzz2z2z2 222

zZzz2z2z2 222

zzZzzz2z2 222

zZzz2z2z2 222

Corn oil: Negative control
N: Normal

(10 mL/kg)
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Day of experiment

Substance Dose Animal
(mg/kg, i.p.) ID No. 1 2 3 4 5 6 7
ENU 100 2401 N N N N N N N
2402 N N N N N N N
2403 N N N N N N N
2404 N N N N N N N
2405 N N N N N N N
2406 N N N N N N N
ENU: Positive control (N-ethyl-N-nitrosourea, 10 mL/kg, dose once a day, for 2 days, expression period; 10 days)

N: Normal
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Substance

Dose

(mg/kg, p.o.)

Animal
ID No.

Day of experiment

[ee}

e}

[
o

=
=

i
N

[
w

=
IS

Corn oil

0

2001
2002
2003
2004
2005
2006

1-Bromo-3-chloropropane

30.0

2101
2102
2103
2104
2105
2106

100

2201
2202
2203
2204
2205
2206

300

2301
2302
2303
2304
2305
2306
2307
2308
2309
2310

ZZzzZ2z2z22z22z2|lz222222|l222222 222222

ZZzZ2222222 222222 222222 | 2222242

ZZzZzZ2222222 | 222222 | 222222 /222222

ZzZzzZ2zz2z2zlz2z222=2\lz22=2222 | 222222

ZZzZ2222222 222222 222222 | 222222

ZZ2zZzZ2222222 | 222222 | 222222 222222

ZZ2zZzZ2222222 | 222222 | 222222 \222222

Corn oil: Negative control
N: Normal

(10 mL/kg)
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Appendix 4. Continued

Day of experiment

Substance Dose Animal
(mg/kg, i.p.) ID No. 8 9 10 11 12 13
ENU 100 2401 N N N N N N
2402 N N N N N N
2403 N N N N N N
2404 N N N N N N
2405 N N N N N N
2406 N N N N N N

ENU: Positive control (N-ethyl-N-nitrosourea, 10 mL/kg, dose once a day, for 2 days, expression period; 10 days)
N: Normal
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Appendix 4. Continued

Day of experiment

Substance Dose Animal

(mg/kg, p.o.) ID No. 15 16 17 18 19 20 21
Corn oil 0 2001 N N N N N N N
2002 N N N N N N N
2003 N N N N N N N
2004 N N N N N N N
2005 N N N N N N N
2006 N N N N N N N
1-Bromo-3-chloropropane 30.0 2101 N N N N N N N
2102 N N N N N N N
2103 N N N N N N N
2104 N N N N N N N
2105 N N N N N N N
2106 N N N N N N N
100 2201 N N N N N N N
2202 N N N N N N N
2203 N N N N N N N
2204 N N N N N N N
2205 N N N N N N N
2206 N N N N N N N
300 2301 N N N N N N N
2302 N N N N N N N
2303 N N N N N N N
2304 N N N N N N N
2305 N N N N N N N
2306 N N N N N N N
2307 N N N N N N N
2308 NN NN NN NN NN NN NN

2309 N N N
2310 N N N N N N N

Corn oil: Negative control (10 mL/kg)
N: Normal NN: Nodule nose
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Appendix 4. Continued

Day of experiment

Substance Dose Animal
(mg/kg, p.o.) ID No. 22 23 24 25 26 27 28
Corn oil 0 2001 N N N N N N N
2002 N N N N N N N
2003 N N N N N N N
2004 N N N N N N N
2005 N N N N N N N
2006 N N N N N N N
1-Bromo-3-chloropropane 30.0 2101 N N N N N N N
2102 N N N N N N N
2103 N N N N N N N
2104 N N N N N N N
2105 N N N N N N N
2106 N N N N N N N
100 2201 N N N N N N N
2202 N N N N N N N
2203 N N N N N N N
2204 N N N N N N N
2205 N N N N N N N
2206 N N N N N N N
300 2301 N N N N N N N
2302 N N N N N N N
2303 N N N N N N N
2304 N N N N N N N
2305 N N N N N N N
2306 N N N N N N N
2307 N N N N N N N
2308 NN NN NN NN NN NN NN
2309 N N N N N N N
2310 N N N N N N N

Corn oil: Negative control (10 mL/kg)
N: Normal NN: Nodule nose
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Appendix 4. Continued

Day of experiment

Substance Dose Animal
(mg/kg, p.o.) ID No. 29 30 31
Corn oil 0 2001 N N N
2002 N N N
2003 N N N
2004 N N N
2005 N N N
2006 N N N
1-Bromo-3-chloropropane 30.0 2101 N N N
2102 N N N
2103 N N N
2104 N N N
2105 N N N
2106 N N N
100 2201 N N N
2202 N N N
2203 N N N
2204 N N N
2205 N N N
2206 N N N
300 2301 N N N
2302 N N N
2303 N N N
2304 N N N
2305 N N N
2306 N N N
2307 N N N
2308 NN NN NN
2309 N N N
2310 N N N

Corn oil: Negative control (10 mL/kg)
N: Normal NN: Nodule nose
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Appendix 5. Organ weight in the gene mutation assay of l-bromo-3-chloropropane
[Male mice dosed once a day, for 28 days (Oral administration, 3 days after final administration)]

Organ weight (g) and organ weight per body weight (%)

Liver Testis
Substance Dose Animal Body weight
(mg/kg, p.o.) ID No. (9) (9) (%) (9) (%)
Corn oil 0 2001 27.4 1.08 3.94 0.20 0.73
2002 27.5 1.41 5.13 0.21 0.76
2003 27.0 1.42 5.26 0.21 0.78
2004 26.8 1.39 5.19 0.19 0.71
2005 25.8 1.34 5.19 0.19 0.74
2006 27.4 1.15 4.20 0.20 0.73
MeantS.D. 27.0+0.6 1.30+£0.15 4.82+0.59 0.20£0.01 0.74%0.02
&11—Bromo—3—chloropropane 30.0 2101 25.9 1.42 5.48 0.19 0.73
© 2102 26.1 1.37 5.25 0.23 0.88
2103 26.7 1.47 5.51 0.22 0.82
2104 25.2 1.37 5.44 0.16 0.63
2105 26.1 1.21 4.64 0.22 0.84
2106 25.2 1.32 5.24 0.20 0.79
MeantS.D. 25.91+0.6 1.36£0.09 5.26%0.33 0.20+0.03 0.78%+0.09
100 2201 27.4 1.52 5.55 0.21 0.77
2202 26.2 1.42 5.42 0.19 0.73
2203 26.2 1.12 4.27 0.20 0.76
2204 26.8 1.47 5.49 0.21 0.78
2205 26.2 1.40 5.34 0.21 0.80
2206 27.2 1.46 5.37 0.19 0.70
MeantS.D. 26.7£0.5 1.40+0.14 5.24+0.48 0.20+0.01 0.76%0.04

Corn oil: Negative control (10 mL/kg)
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Appendix 5. Continued

Exp.No.D848

(115-223)

Organ weight (g)

and organ weight per body weight (%)

Liver Testis
Substance Dose Animal Body weight
(mg/kg, p.o.) ID No. (9) (9) (%) (9) (%)
1-Bromo-3-chloropropane 300 2301 28.0 1.53 5.46 0.21 0.75
2302 27.7 1.48 5.34 0.21 0.76
2303 25.6 1.37 5.35 0.18 0.70
2304 26.4 1.43 5.42 0.20 0.76
2305 26.3 1.07 4.07 0.19 0.72
2306 27.4 1.38 5.04 0.22 0.80
2307 27.8 1.53 5.50 0.22 0.79
2308 29.1 1.56 5.36 0.22 0.76
2309 26.7 1.43 5.36 0.20 0.75
2310 26.8 1.37 5.11 0.18 0.67
MeantS.D. 27.2+1.0 1.424+0.14 5.20%0.42 0.20+0.02 0.75%£0.04
ENU 100 2401 25.7 1.36 5.29 0.16 0.62
2402 22.8 1.23 5.39 0.15 0.66
2403 24.3 1.30 5.35 0.15 0.62
2404 26.3 1.51 5.74 0.16 0.61
2405 26.5 1.51 5.70 0.16 0.60
2406 25.3 1.48 5.85 0.16 0.63
MeantS.D. 25.2+1.4 1.40+£0.12 5.55+0.24 0.16+0.01 0.62%0.02
ENU: Positive control (N-ethyl-N-nitrosourea, 10 mL/kg, i.p., dose once a day, for 2 days, expression period; 10 days)
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Appendix 6.

for 28 days

Individual gross findings on l-bromo-3-chloropropane-treated transgenic mice for
the gene mutation assay

[Male mice dosed once a day, (Oral administration,

Exp.No.D848

Substance

Dose
(mg/kg, p.o.)

Animal
ID No.

Organs

Findings

Corn oil

0

2001

2002

2003

2004

2005

2006

Liver

Bone marrow
Stomach
Testis
Liver

Bone marrow
Stomach
Testis
Liver

Bone marrow
Stomach
Testis
Liver

Bone marrow
Stomach
Testis
Liver

Bone marrow
Stomach
Testis
Liver

Bone marrow
Stomach
Testis

Corn oil: Negative control

-: No remarkable change

(10 mL/kg)

(115-223)

3 days after final administration)]
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Appendix 6.

Continued

Exp.No.D848

Substance

Dose
(mg/kg, p.o.)

Animal
ID No.

Organs

Findings

1-Bromo-3-chloropropane 30.0

2101

2102

2103

2104

2105

2106

Liver

Bone marrow
Stomach
Testis
Liver

Bone marrow
Stomach
Testis
Liver

Bone marrow
Stomach
Testis
Liver

Bone marrow
Stomach
Testis
Liver

Bone marrow
Stomach
Testis
Liver

Bone marrow
Stomach
Testis

-: No remarkable change

(115-223)
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Appendix 6.

Continued

Exp.No.D848

Substance

Dose
(mg/kg, p.o.)

Animal
ID No.

Organs

Findings

1-Bromo-3-chloropropane 100

2201

2202

2203

2204

2205

2206

Liver

Bone marrow
Stomach
Testis
Liver

Bone marrow
Stomach
Testis
Liver

Bone marrow
Stomach
Testis
Liver

Bone marrow
Stomach
Testis
Liver

Bone marrow
Stomach
Testis
Liver

Bone marrow
Stomach
Testis

-: No remarkable change

(115-223)
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Appendix 6.

Continued

Exp.No.D848

Substance

Dose
(mg/kg, p.o.)

Animal
ID No.

Organs

Findings

1-Bromo-3-chloropropane 300

2301

2302

2303

2304

2305

2306

2307

2308

2309

2310

Liver

Bone marrow
Stomach
Testis
Liver

Bone marrow
Stomach
Testis
Liver

Bone marrow
Stomach
Testis
Liver

Bone marrow
Stomach
Testis
Liver

Bone marrow
Stomach
Testis
Liver

Bone marrow
Stomach
Testis
Liver

Bone marrow
Stomach
Testis
Liver

Bone marrow
Stomach
Testis
Liver

Bone marrow
Stomach
Testis
Liver

Bone marrow
Stomach
Testis

-: No remarkable change

(115-223)



Appendix 6. Continued

Exp.No.D848 (115-223)

Animal
ID No.

Dose
(mg/kg,

Substance
i.p.)

Organs

Findings

ENU

100

2401

2402

2403

2404

2405

2406

Liver

Bone marrow
Stomach
Testis
Liver

Bone marrow
Stomach
Testis
Liver

Bone marrow
Stomach
Testis
Liver

Bone marrow
Stomach
Testis
Liver

Bone marrow
Stomach
Testis
Liver

Bone marrow
Stomach
Testis

ENU: Positive control (N-ethyl-N-nitrosourea,
-: No remarkable change

10 mL/kg,

dose once

a day,

for 2 days,

expression period; 10 days)



Exp. No. D848 ( 115-223 )
FINAL REPORT

—
pa(ll]l

R R GE &

x® B FFUrARVz=v I~y REMAVS 1-Bromo-3-chloropropane DA F-Z2RE BB

HERES : D848 ( 115—223 )

ARERT, FRULFWESE R DB E L4 5 ABMERIC B B IO\ T (TR 23 43
H 31 BEEFE 0331 558 5, FRL23-03 - 29 WFHE 6 5, BIRATE 110331010 B) 1ZfE->TE
S, REERESICERINZBEL, RROLET —F 2 EMICRKB L TWA = & 3 {fEEd
5.

23, ARBROEEIERIEMIC X 2 AR REITTR T

sl £ /8 R

PiE . AMIEAN RiRERGZ St ¥ —
(ERRMERAE P I RAEE

K4 -

- 65 -



Exp. No. D848 ( 115-223 )
FINAL REPORT

A L B

. e e AR E AR LW A
RERH AR EREIE~OWEE | WY
PR Rk 2442 A1 H Rk 2442 A1 H
avEa—Fraha— | .
(LATOX-E/VS) WAk 24 422 4 20 H Rk 24 422 H 20 H
BN Rk 24 -2 20 H Rk 24 42 H 20 H
BRI EOLFE #1) Rk 24 42 H 22 H PRk 24 422 H 22 H
PR IR DR WoRk 24 42 H 27 H R 24 -2 H 27 H
BT B L O 5Btk Wk 24 42 H 29 H Rk 24 422 H 29 H
ARERGHEEOE T E (#2) VRl 24 43 H 12 H PR 2443 H 14 H
PR B WoRk 24 -3 H 30 H Rk 24 -3 H 30 H
7 7 2 DNA O] Rk 2444 H 3 H PRk 24 44 H 3 A

SHERZHI RO TR (#3)

A% 24 424 H 17 H

Rk 24 %4 H 17 H

7 ) I DNA D8y Ar—3
I =T
(Spi” assay)

k24 -4 H 24 H

Rk 24 %4 H 24 H

7T =7 DFK

Rk 24 44 A 25 H

Rk 2444 H 25 H

7 ) I DNA D78y lr—
VI, =TT
(gpt assay)

Wk 24 45 H 25 A

Wk 24 -5 A 25 H

T — 5 368 L ORI S

s
RS

Rk 24 58 A 8~10 A

Rk 2448 H 10 H

BT =2 B L URKEEE

R 2543 H 18 H

Rk 25 %3 H 18 H

- 66 -



	要　　約
	1. 表題
	2. 試験目的
	3. 遵守したGLPと動物実験関連規則，遺伝子組換え生物等関連規則および準拠したガイドライン
	4. 試験番号
	5. 試験施設
	6. 試験委託者 
	7. 試験責任者
	8. 被験物質等管理責任者
	9. 分担責任者
	10. 試験日程
	11. 被験物質
	12. 対照物質
	13. 試験材料および方法
	14. 試験成立条件
	15. 結果
	16. 考察および結論
	17. 参考文献
	18. 試験関係資料の保存
	19. 予見することができなかった試験の信頼性に影響を及ぼす疑いのある事態および試験計画書に従わなかったこと
	表
	Appendix

		2021-10-22T16:23:43+0900
	National Institute of Health Sciences




