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Figures and Tables
Fig. 1-1 Cell growth in cell growth inhibition test treated with

1, 3-dibromopropane [short-term treatment: +S9 mix]ccccoreereee 25



Fig. 1-2 Cell growth and number of aberration in chromosome aberration test
treated with 1, 3-dibromopropane [short-term treatment: +S9 mix]

Fig. 2-1 Cell growth in cell growth inhibition test treated with

1, 3-dibromopropane [short-term treatment: -S9 mix] o ccvr v

Fig. 2-2 Cell growth and number of aberration in chromosome aberration test

treated with 1, 3-dibromopropane [short-term treatment: -S9 mix] - -

Fig. 3 Cell growth in cell growth inhibition test treated with

1, 3-dibromopropane [continuous treatment: 24 hr] == ccooervv e

Fig. 4 Cell growth in cell growth inhibition test treated with

1, 3-dibromopropane [continuous treatment: 48 hr] ~---errvovees

Table 1-1 Cell growth ratio in CHL/IU cells treated with

1, 3-dibromopropane [short-term treatment: +S9 mix] < -« e

Table 1-2 Cell growth ratio in CHL/IU cells treated with

1, 3-dibromopropane [short-term treatment: -S9 mix] «<-c-- -
Table 1-3 Cell growth ratio in CHL/IU cells treated with

1, 3-dibromopropane [continuous treatment: 24 hr] ~<> oo
Table 1-4 Cell growth ratio in CHL/IU cells treated with

1, 3-dibromopropane [continuous treatment: 48 hrj «-«---revc0ce
Table 2-1 Chromosome aberration in CHL/IU cells treated with

1, 3-dibromopropane [short-term treatment: +S9 mix] +---+---+---
Table 2-2 Chromosome aberration in CHL/IU cells treated with

1, 3-dibromopropane [short-term treatment: -S9 mix] ««-«-- >+ ---
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BEMBEEUAZE

EAEFHEERAEETAR CFPHEReNRE

1,3-7aEray
1,3-dibromopropane

109-64-8

Br\/\/Br

99.8%
BEBEHOHE

201.89

1.9818

-36.2°C

165°C

=i - Bk - [RE
ERETROBERWHEE

BiREIZ7e <. RBHIRPREETH -1,

THFLIFER, @RI

ERFMEDBD ONIALEHETHY . K, KEH DVITHIE
XU THRIBER S S 57 v BEEMA I Y RA LWL S BET
BT &,

HESMET SBRPERFERVCERRERRE (FE=R)
WRMEOEREITT XA TRBRELEEITEH L,

UAFNANEXY N (LLT DMSO L REEET D)
SEG4422
st T3S
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1) FAWF*
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ZiR

HEHIIERT ARFMERBRE

WEBME L DMSO [TIEM L, £7-, B9, BE BRRUOEAS
DEALED G mol-f=, DMSO Z ik : L TEIR L7,

WHAMEC IV RERE L 13- 702 7u 80 2 L. 500 mg/mL (Bt
DEMERE : 5000 pg/mL) #HEAREEL L TDMSO LWL, UTAK 2 T8
AR U725 9 BE (D195, @3.91, @7.81, @15.6, ®31.3, ®62.5. D125, @250
& U@500 mg/mL) ZFBL Iz,

() REEERTHR

MR HRROE R, 180 mg/mL 2 BEEHAEL LT DMSO ITEMRL . UTAE
2mg/mL T6 AR L 7TEE (06.0, @8.0. @10.0, @12.0. ®14.0, ®16.0 &
U@18.0 mg/mL) ZFHAW L7,

2) tREFIE

WRBRIT AR L L, REFLDoT,

3) LiEH

1,3-7ue 7 a0l DMSO #50 Lz, i, B3 BARBEECSOE(LIT

BHLNhoT

1) BB (BRtEXTER)
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O
= &F K
r F %
2) BtExR
(1) RbFE QA

o

T
%
Fr

DMSO

SEG4422

FyesidE Tpkat

ZiR

HESRI AT KREMERR=E



M-1104

Bt BmE L LT, RBEEERTIIV 707+ 277 2 FE, FRBEELERT
I=A bvA v rCERAVE,

Z

o4

L

¥ oo &

¥ ¥ S

v b &

&

iy

7 A

e

@ Wb
CP % 0.75mg/mLFH P OBMBE : 15 pg/mL), MMC X 0.0025mg/mLE;#hd D
BRI  0.05 pg/ml) & 25 & 9 I BN ERARRIER (B AERY, ARAHAERN
3ETH. Lot No.9K85N, OB8TN ) (ZHML THR L=, i, FABIIARY Lk,
) vy bEEE. ARHEETIZIOG86N & LTWeiE-TEEr Y 2V,
(3) BB RME ORI |
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FROEB T~ a7 7 X<BETHHZ L 2HER L=,
3) MIBEDRINTEH
BARBEDOREFERERREEN/MEC, Brx OEMEICH L TRERZESEV I L@
RUT,
4) Befa bRk
RBUCEH L-dROPREREOT— FIL 25 & (n=20, 85%DHM 25 &) THY .,
HWETH Tz,
5) AR
RBICAW-RIRIZ, 7 L— b ECERBIRICHAE L, #RMROGMEEREIL 17.9 85T
BHole, TIOIIAFRRORE (BEEWRICHETE, SN 17.6 Ref) L Rk CEt) 72 i
B ThHoT, 2B, RBRICITHIQHENHRER T 8 KRB, LAERFHRRT 10 #1
HO#RE FV =,
6) EEWK
HEEWK Y. Eagle’'s MEM % 7z,
T RSN
IR A REBE V. CO BE 5%, HE 3TCORBEZRMET CHEL, 3~4 A
T eI LT
8) HMiRDORTE
HWHRERY 7 (—196°CEHE) T CHRE L, REFECEL TIEE&RKC DMSO (JIS
FRE AR 99% L £, MGAERTEEXRH) 2 10% &R,

5. HE
1) S9mix
S9 R UKiBER (S-9/=2 7724 —C > k. Lot No. C010831061, # Y = ¥ LEER
TEHXRASH) ZEEL. S9mix AR L=, BRUIARIIT -,
(1) 89

% ® . SS9
2 v b E®EE 01083106
wm F Vo NVEERF T ERRSH

5
8 % B : 20014 8A31AH
B A H : 20014 10A 26H
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vk -8D#%
i3

7 T
212.9+9.1¢g

7z ) 23S —v (PB) &5,6-X2Y 75Ky (BF)
REERNR &

PB 4 AR 30+60+60+60mg/kg body weight
BF 1 HFR 80mg/kg body weight

MR (#9--807C)

HEBHRER ERFHERRE

Cofactor
C01082406
TV 2 NEBERTERASHT

" F FHF & GERERF B80T
" 7 B . HEBRBHEH EREHRR=E
(3) S9 mix DK

S9 2 mL

Cofactor 4.7 mL 20mM HEPES £&#&#&(pH 7.2) 1.34 mL
50mM H{b= 7R v LKEBR 0.67 mL
330mM Hfkh U o AKEERK 0.67 mL
50mM N 2—R-6-Y EEKEEHK 0.67 mL
40mM B{LEB = aF 7T I R.TT5F=

Ry LAF FY BENADPKEHK  0.67 mL
KK 0.67 mL
2) MR HRE

&KX, Eagles MEM #% AL, ZHUCIKERAKET M) LR 22g/LMATT7 44
Z— (£0.22 pm) WEL-%E, GFlik (66°C. 30 4) L7{f4miFEL 10%HFMLT
TR L7-, AREOEBBRORTFIIBE L LT,
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(1) MEM
&4 ¥ : Minimum Essential Medium(MEM), powder
Ty b #F 1084659
# i 5t : Life Technologies inc.
17 A & BERE
R 17 B B HEREPNFR ZEREEARE
(2) A1
% fr @ Calf serum
ooy b F S 10812957
B & JC : Life Technologies ine.
"R T A E . WERE
" HF 8 o HEBRBHAR ERRERRE
) : MEM R OMFAIED Oy bEFE BRFAEE TETEN 1055692 KX 1026097
ELTWENEEMRO THo 22 Lt Oy &AW,

HEAE
ABIILLTORAT—EICEML 7=,
1. ARl Gl e SRR - B
2. QKRB R LT REEM
FERBITEAL
BRI, ERRUEEICBWTH OB R 2B O TERL 2o .
1) @A

(1) HARIEFE Bk
R E TIEAREE R E T+ EREEE LR E T—) U, EmiUssk
Tld 24 WeEE % T24-) |, 48 By % (48-) & U7, W T TEE xR
Bz [SC) . FENMEEEE INT) . #HBRYEUEBZBEEORVWADNS 1) . 12) .
(3 . - OBBEZHTL 27 IV THAML 2.
(2) BEOAERERER
A A A BR & ERRIC BB R L 2 -0V T Lz, 72720 Bt HaEels
(PC) &L 7. REAEERDT, dABES SUHENEZI—-FLELE T01) ~ T99) &
TO2HOBERUVRASA REFERSZHL L2 THEAL 72,
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2) HBuREE SR
WBRHEOERBIZ LV ABEHBICHERRSTEELZESM L, §RRE bERDELR
R TIE, Uy - LESEBRBERES L b =— ABIEROR (T K7 -1~y 2) ITA
Nie, E7o, BENSREROHELERBICOWTHEFEOLRMETLEL T,
y—Uit, BRMENEREERTAHAI NS, TIRF o IRTIERLSTRTH S
A (B 60mm, Fine 84, X 60) % B/,
3) HAAQETEMHI B
LAKRFTRARIIBTIHBVEOLRRELRET OO THAR (MAIEME
HRR) L LTERLE, AR, WPhoOBEIIEWTHLEAARS 5000 pg/mL
& L. LATZALkE 2 T 2500, 1250, 625, 313, 156, 78.1. 39.1 X 19.5 pg/mL DOFt 9
AEL L, ZACHEENRBBERUIELBEELZRIT -, . ORFHLARE TIIAMESE
EREZRAVAEEL AVRWEEERRIT -,
(1) SErRsRLERE
Vry—UiE2KEL, Yr—L 1YY 2X104AOMEE (5B 5.0 mL) 2%
L 3 BREEE L&, ESMERBECHRICEE ORI LEBRB L Thb, Fie
PR 5.0 mLITRB L7, ROTHRETEEERIC L 288135584 0.883 mL & B
DERE, FRED S mix 0.833 mL & UMEERHK 0.06mL & 0% 7o, FEALBEREIC OV TIL,
1K 0.833 mL ZBR ¥ S9 mix 0.833 mL # M % 7=, RPEHEARIZ L SRVWHEE,
B 0.05 mL # UV bR | BIREOHKERIK 0.05 mL ZMx 7z, QBB OVTIL,
BRI BEIIMLARE Ui o/, FiC 6 BMEE# Lok, Mz ABEalik Tkl
L. HUVERK 5.0 mL 22 THEIZ 18 RFRIgE U, RETH, IR RTREAE
EAER CHIREZ %S LT 10%cA<Y VITEEL, 01%27 YV AZNLALF Ly b
R TG LT, BEBRRERMREREH (F/ 8L —F2, U 32 RFTEHESH)
RV THIBEOREOBRBH HAREE 2 RIE L, BB E 100% & L7z 50%MAaE
FEMNGIRE (BIRSfE) 2R, Fi-, 6 HEIOEBRYELEK TR 18 B 0%
HTRRC, WIRCHTHOFERCIERIROGY | BISAAZBEME CHRORIE L RER
Lie UBBRTHOERE, 3587 —FLLE),
(2) EFALEE
EEFH O L FERCHRR L BE L 3 B L%, B EEEME CHlaic R
BORNZLEHERLTHL, F 258K 5.0 mL (Z&Z# L, RV TH%HK 0.05 mL
BERE, SBEOHRIK0.06 mL 2%, 24 FFRH A\ 13 48 RERIS R A ket 2, BER

s - — - —
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T %, AL L RRICHEBROG, MROREBRUHTHOFEZEE L-%I12,
BE., AL, 50%MAILERMGIRE (BIRE 2RO,
4) BEEREHER
(1) MERE DRI

A RN AR TR S 7 50% AR TEIMKIIRE # RICHEZ 3% E L 7o, Mg

mElE, REMEECROFE )5S 156 ng/mL L EO B TED S, 50%H0H]

BEIIH 140 peml LHEINFE, ZOZ L, AT 50%EEEIGH AR O/

BREEN, »O3SHEBLU LORGHRBESWIEL 25 L2 EEL T, 180 ug/mL %

BEmARL L, LTAZE 20 pg/mL T 160, 140, 120, 100, 80 KU 60 pg/mL DF 7

HEZRE L, £, ZHICIEARR, B RER OB B LR 7,

(2) SERFRANERE
O RHFEHEHR
B 60mm DY v — L 1KY 2X 104 Ol (B&iK 5.0mL) %ML 3 A

Mg Lz, BNLAMAEREME THIICREORWI L 2R L ThD, Fiming
FIR 5.0mL (I3H LTz, TOH, ETEM(LTR Criti#iK 0.883 mL 2B & | Xt
BREEIZ DV TIE 89 mix 0.833 mL R UEH 0.05 mL %, #KBRWELEEIZ OV T
S9 mix 0.833 mL K % & E OB 0.05 mL 22X 7=, F7-, FLEBHEIZ OV TR
BE %8 0.833 mL % B¥ S9 mix 0.833 mL 2% 7, BBHEXRREEIC DUV TIHIEHIK
0.933 mL #[&, S9mix 0.833 mL %X 1* CP 0.1 mL %/ % T 6 BefltEE Lz, FER
ATEMEER T, BRI 0.05 mL 2R, BEECHREIC W TR 0.056 mL %,
FHRMENEEIZ SV TS B E OWERIK 0.05 mL &N % 7z, FEALBEEC OV TILEE
HBROZHEEIIMHAE Lo Te, BIEMBEIC W TIIR#EK 0.1 mL 28k,
MMC 0.1 mL #M1% T 6 BRI L7z, 6 WOg&%, ISRELRIEBAKKT
MR A PErE L, $T7-/2 ik 5.0 mL 2% TEIC 18 BERIE R L, 28, RefkE
BRORTA FH7 AEARERICE LTI, MRSEZSEPYTELES YL DOE
AERS 2 BERIATICa LS FO. I mL (BEBE 0.2 ugml) 2z, BEET
%, 0.25% NY 7V VIR CHBE L -l AR 0oBEL. 0.075M Bkl Y U AR
TRLE L, AFAT L a— - BB (3:1) TERELL, £OMREAZA N
FAVMIZE 2EANCHT L. BRERE 2%X L VR CRAFERLFR L, X
A FERF 1RO+ — U2 b 2BIER L, FLBETERDS 2O v— i3,
MG ARICHE CEE - L, EEERMREES 2V THREEZAIE
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Uleo E7z, 6 FEOHBYE LR TR 18 R OEEK THRIC, MRS Hl
B LAk, HOAE, BEROGRUMIROREZRERL 7=,
5 EAOEE
BBEYZZD 2008 v+ — L %720 100 ) OLENS BB BRI OWTHEIG
BEOESE LA 2R OMIBOKEEEHL =. FFICEREORBI&EL L (3 fHkz5
DIz EEE 37 AU LEREREELE) o b, RENRBRET O -OoRGEESID
TRTEREICIOEHEL 2.

6) HFAEKREOTHE

LEfREOEBIIUTOL AL, HEL, Fv v 7ERRAEIRBS A
ORE LKA RS 5D GEREHSVRBIEOEBEICHS) TH> T, TOES
MEESAEOBLLT THRZIEREHVARBD SN BOEER L. BIFPRESED
Fig L 0T TS HE, ERATVARESEORE EIZH> THT ORI NEA
SEDIBLA EICEEN TWA BRI EEEL 2.
(1) WERFE

Frvr Bt (cte). REAGER(csg) 2B L(Q)

Qe R B (ctb)

LA 5 R RIAT L (cte). PUMAHIRAZ ML &

gt R iy (csb)
P R R AT (cse). BRI, BRIRRAMERE
Z DAl WrH b (frg). fit
(2) HHIRH
R85 polyploid (endoreduplication % &L1)
7)) HEEXE

2ROy —VETEBHEOHBEBEECELWESDENRNI &, BGHE TR
WHRIRE O MBEEED 5% KM THS T &, BIEHEBETY v v TUSNOREMIZO HE
EA10%UETH 2D I & HBRMENHERD 3 HEI LITH1T % R AMIEA O A AT he
THdIERUEEFFSHBRBEICRENZD oMW I L2E8HBORIESF & L.
GEES O EFHEYE 140N, FERBOREMEOHBERIZNL TUTOX S HE
HHEETIT .
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FE MO HEER _ Pl

5% Al B % (=)
5% LAl 10% Kig SEMSE ()
10% LA E B M ()

RAEREREE2GT5HEBOHBRRIIT v v T2 EUHA(TAG) LB R WEA(TA)
WOWTHEFHL, Fvy o 7T2EERVNERIIDWTHEL ., REMEO MBI ARKE
HEXIIHTENRD SN BEZ2 REGEEFREBECHE L 240, 2B, B
EEINo/-8, HEREZEDOMEN 20 R T2 HEHBRYERE TH S SDw il
WRE D Do EHZEKT D) . WNCENHE (mg/mL) %720 O A5 IILE
R Z B DOMBOHREEOHEMHETH D TREEZEHL .

f2d, HIBITE L TEHEIFRFEZ B Wb 72,

REKOEEFIRCRENZRY LI,
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RE&ER

1. AR TE NI SR
1) SERFE0EE
LRI T D EHEE(L RO E % Fig. 1-1 R U Table 1-1 (2, FERBTEMEAL
FORER% Fig. 2-1 BV Table 1-2 (2R L7,
(1) B50%HE RS HE AN 32 BE
FREREIIENL, RBEML R OB EIZ ) D b 57 156 pg/mL A OB TRD b,
50%MHI B34 140 pg/mL LB S hTZ,
(2) BBRMENBKRTIROBERLE
REFEECROFEII 2D 59, 2500 KT 5000 pg/mL # T v — VERICHRY
BRONHBBEIN, £, ARHOMRORELEESBH LKL 156
pg/mL LA EOBETRERKE /20, 625 ug/mL B EORETIIFIBE - R LU/-HEIELBED S
hic, 28, BEROBROEITThoBBICLA LRI,
2) EFLEE
ERAERIEIC T D 24 RHLE O R % Fig. 3 R Table 1-3 (2, 48 BB OFER
% Fig. 4 (¥ Table 1-4 {Z/;R L7,
(1) 50%HRkaIEFE N 8 BE
HIRIEFEITA IS, 24 BRIV T 1566 ug/mL ELEDORARTRD O, 50%HNHI8 X
#3130 pg/mL. 48 FFREALEE T 39.1 pg/mL LA E D FHE T O b, 50%3ME 114 80
ug/mL & HEE Siio,
(2) HBRHENEKETROBELE
24 WFRE & OF 48 FEREIALER & 3| 2500 & O} 5000 pg/mL #ETY v — VERICHRYE
D ENBE S, £i-, ARBEOMROKIEZ I REE L Ed 5 & 24 BRI
BT 156 pg/mL LA EOBETHES L 722 Y | 313 pg/mL UL ETITFIBE - 588K L 7= MRk
bR b, 48 FEEIABE TIX 39.1 ug/mL LA EORETAHERE & 720 . 156 ug/mL L E
TIIFIRE - SER L M RO ON, 2B, BERROGFHOE TV ThOMHEIC
R oniphnot,
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2. RBEREER
HERERALERE O R % Fig. 1-2, 2-2, Table 1-1, 1-2, 2-1 B R 2-212, RefAEDIERF
R UORFEF % % F 1 Photo. 1 XUt Photo. 2 iR LT,
1) #HBRYELEETRFOBE
AR OMADOKRERIT, <R & 8 U AREE & 72 » F- D IAHTEME(L T 80 pg/mL LA
LR, FERBTEMAFR T 120 pg/mL U EORETH -7, F7-, B - FEM L 7-MBas =
LEN 120 pg/mL YL EOF KRN 160 pg/mL L EORICBE I, 28, fFrHEUEE
BOBROEIIVTRORBIZLA LRSI,
2) R RBERY
DEEBEREOHBMEREIT, REHEHELR T2 60 pg/mL BT 11.0%, 80 pg/mL i
T 27.5% KT 100 pg/mL # T 32.5% & HEHFFIZEML, 2220 HOoBS B
L7, k70, ERBIEMARICEV TS, 60 pg/mL BT 5.0%. 80 pg/mL BT 9.5%., 100
pg/mL 8T 12.0% K U0 120 pg/mL # T 11.0% L 720 . REEHLR & LB LBV HBA
ETiEd o720 AEEFEICEEE OBELZ T L, 2k &ML T 120 pg/mL
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Cell growth{(%)

SC 100 1,000 5,000
Concentration of Test article(ug/mL)

Fig. 1-1 Cell growth in cell growth inhibition test treated with
1,3-dibromopropane
[short-term treatment: +59 mix]

<O>Number of aberration(¥) / <>Cell growth (%)

90 1

70 1

Concentration of Test article(ug/mL)

Fig. 1-2 Cell growth and number of aberration in chromosome
aberration test treated with 1,3-dibromopropane
[short-term treatment: +S9 mix]
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Concentration of Test article(zg/nL} Concentration of Test article(u g/mL)
Fig. 2-1 Cell growth in cell growth inhibition test treated with Fig. 2-2 Cell growth and number of aberration in chromosome
1,3-dibromopropane aberration test treated with 1,3-dibromopropane
[short-term treatment: -S9 mix] [short-term treatment: -S9 mix]
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Cell growth (%)

SC 100 1,000 5,000
Concentration of Test article(ug/mL)

Fig. 3 Cell growth in cell growth inhibition test treated with
1,3-dibromopropane
[continuous treatment: 24hr]

POTIT-IN



Cell growth(%)

SC 100 1,000 5,000
Concentration of Test article (s g/mL)

Fig. 4 Cell growth in cell growth inhibition test treated with
1,3-dibromopropane
[continuous treatment: 48hr]|
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Table 1-1 Cell growth ratio in CHL/IU cells treated with 1,3-dibromopropane
[short-term treatment: +S9 mix]

Study type Treatment and Cell growth inhibition test Treatment and Chromosome aberration test
S9 Time Concentration Cell growth retio Observation Concentration Cell growth retio Observation
mix (hy (u g/ml Plate Mean Condition Color of Precipitates (1 g/ml) Plate Mean Condition Color of Precipitates
: tand2 of cells” medium”__ /Crystals” land 2 of cells” medium” __{Crystals”
116 - Red - 133 — Red E—
NT - 108 NT n 117
100 - Red — 100 - Red -
a) — _ a — —
0 (SO) 1007 100 - Red - 0s0) 1997 100 - Red -
b e R T E
39.1 16 108 - - Z - 80 3 39 . e _
78.1 100 100 N b - 100 22 a2 - o _
33 + Red - ! 22 TOX Red -
P 156 33 33 I Red _ ol 120 55 22 TOX Red _
g 16 4+ Red — g ! 44 TOX Red —
+ 6-18 el 313 vy 16 B2 140 3 28 3 -
o ; 1 oS 15 o
i § 625 o 8 TOX Red - 7 160 33 17 TOX Red —
' — = —
1250 2% 33 X ned z 180 22 28 Tox fed -
; [1] - TOX Red +
_ 2600 0 0 TOX Red + T .
0 TOX Red + e
5000 _0 0 TOX Red + : S
T e 66 — Red —
PC e e PC 100 83 - Red —

Concentration of 50% ¢ell growth inhibition; about 140 u g/mL

NT: Non-treatment
SC: Solvent control (DMSO)
PC: Posttive control (Cyclophosphamide, 15 1 g/mL)
a): One plate in the solvent control group was regarded as a 100% growth.
b): Observation of plate at the end of treatment
—: Most of the cells were attached to the surface of plates and their shape was normal.
+ : There was discontinuity among a small number of surviving cells.
++: There was discontinuity among approximately half the surviving cells.
+++: There was discontinuity among most of the surviving cells.
TOX: Most of the cells were peeled off from the surface of plates or died and there were almost no surviving cells.

¢): Red was red to orange red.
d): —: Absence of precipitates/crystals.

+: Presence of precipitates
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Table 1-2 Cell growth ratio in CHL/IU cells treated with 1,3-dibromopropane
[short-term treatment: -S9 mix]
Study type Treatment and Cell growth inhibition test Treatment and Chromosome aberration test
S9  Time Concentration Celi growth retio Observation Concentration Cell growth retio Observation
m‘ix (B (ug/ml) Plate o 0n Condition Color of  Precipitates (s g/mL) Plae Condition  Color of  Precipitates
i land2 of cells" medium” _ /Crystals” 1and 2 an of cells medium”’ __ /Crystals"
100 - Red — 116 — Red -
NT 100 NT 116
100 — Red - 116 — Red —
100 Al — Red — 100 @) — Red —
0 (SO 100 100 B Red _ ‘0 (SC) a9 100 B Red B
195 199 90 - Red - 60 33 83 - Red -
39.1 19 - ped - 80 o 66 - Red -
78.1 190 90 - Re - 100 &5 66 - Red -
40 + Red - 33 T Red —
P 156 40 40 N Red _ a 120 50 42 . Red _
_ 9 19 +4++ Red — e 33 4 Red -
6-18 5 313 19 19 s Red _ E 140 33 33 e Red _
- [} TOX Red - - 16 TOX Red —
é‘-_; 625 0 0 TOX Red _ é) ‘ 160 16 16 TOX Red —
1250 IR Tox el - 180 18 16 Tox g -
19 TOX Red + T e
2500 jo 19 TOX Red + - -
0 TOX Red - e
5000 19 10 TOX Red + T
T —— 99 - Red -
PC pPC 116 108 B Red _

Concentration of 50% cell growth inhibition: about 140 v g/mL L

NT: Non-treatment
SC: Solvent controi (DMSO)
PC: Positive control (Mitomycin C. 0.05 « g/mL})
a): One plate in the solvent control group was regarded as a 100% growth.
b): Observation of plate at the end of treatment
—: Most of the cells were attached to the surface of plates and their shape was normal.
+ . There was discontinuity among a small number of surviving cells.
++: There was discontinuity among approximately half the surviving cells.

+++: There was discontinuity among most of the surviving cells.

TOX: Most of the cells were peeled off from the surface of plates or died and there were almost no surviving cells.
¢): Red was red to orange red.
d) —: Absence of precipitatesicrystals.

+ - Presence of precipitates
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Table 1-3 Cell growth ratio in CHL/IU cells treated with 1,3-dibromopropane
[continuous treatment: 24hr]

Study type Treatment and Cell growth inhibition test
SS9  Time Concentration Cell growth retio Observation
mix () (ugfml) Plate Mean Condition Color of  Precipitates
1and2 of cells”  medium” __ /Crystals”
NT o3 92 - o -
100 # - Red -
0 (SO oo 100 _ pet -
83 - Red -
19.5 93 83 C re C
66 — Red —
39.1 100 83 _ Red _
83 - Red —
78.1 83 83 _ Red _
33 ++ Red -
@ 156 33 33 " Red _
_ -4 33 TOX Red -
24-0 E 313 16 25 TOX Red _
- 0 TOX Red —
é’: 625 g3 17 TOX Red -
33 TOX Red —
1250 16 25 TOX Red _
16 TOX Red +
2600 & s Tox Ret :
A6 L TOX . Red +
5000 o 8 o e :
PC e

Concentration of 50% cell growth inhibition: about 130 ¢ g/mL

NT: Non-treatment
SC: Solvent control (DMSQO)
a): One plate in the solvent control group was regarded as a 100% growth.
b): Observation of plate at the end of treatment
—: Most of the cells were attached to the surface of plates and their shape was normal.
+ : There was discontinuity among a small number of surviving cells.
++: There was discontinuity among approximately half the surviving cells.

+++: There was discontinuity among most of the surviving cells.

TOX: Most of the cells were peeled off from the surface of plates or died and there were almost no surviving cells.
¢): Red was red to orange red.
d): —: Absence of precipitatesicrystals.

+: Presence of precipitates.
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Table 1-4 Cell growth ratio in CHL/IU cells treated with 1,3-dibromopropane
[continuous treatment: 48hr]

Study type Cell growth inhibition test

Treatment and

?T— Concentration Cell growth retio Observation

> (t}r:;e (s g/mL) Plate Mean Condition Color of  Precipitates
Land 2 of ceils" medium”__ /Crystals”

NT 199 106 - e -

a) — —

0 (SC) 100 106 - e -

195 88 gg - o N

66 ¥ Red —

39.1 66 66 + Red _

55 ++ Red -

78.1 44 50 ++ Red —

22 TOX Red -

o 158 1 T mox Red -

_ < 11 TOX  Red =

480§ 313 22 V7 TOX Red =

- 22 TOX Red -

E 625 29 22 TOX Red _

11 TOX Red -

1250 11 11 TOX Red _

0 TOX Red ¥

2500 99 11 TOX Red +

11 TOX Red +

5000 11 11 TOX Red +

Concentration of 50% cell growth inhibition: about 80 u g/mL

NT: Non-treatment
SC: Solvent control (DMSQO)
a): One plate in the solvent control group was regarded as a 100% growth.
b): Observation of plate at the end of treatment

~: Most of the cells were attached to the surface of plates and their shape was normal.

+ : There was discontinuity among a small number of surviving cells.

++: There was discontinuity among approximately half the surviving cells.

+++: There was discontinuity among most of the surviving cells.
TOX: Most of the cells were peeled off from the surface of plates or died and there were almost no surviving cells.

¢): Red was red to orange red.
d): —. Absence of precipitates/crystals.

+ . Presence of precipitates.
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Table 2-1 Chromosome aberration in CHL/IU cells treated with 1,3-dibromopropane [short-term treatment: +S9 mix]
Study Number : M-1104

S9 Conc Cells Polyploidy Number of aberration
Time(h) Judge TA TAG Judge Slide
mix (pg/mL) observed cells (%) g ctb cte csb cse other (%) (%) No.
200 0.0 0 0 4 0 0 0 2.0 2.0
NT {100) (0 ) ( 0) 0) «( 2) ( 0y «( 0) o 0y (2 ) (2 ) 52-1
(100) (0o ) ( 0) o 0) ( 2) 0y ( 0y «( 0y (2 ) €2 ) 27-1
200 0.0 1 1 2 0 (¢} 0 1.5 2.0
SC (100) (o) ( 0) 1) «( 2) | 0) ( 0) ( o) (3 ) (3 ) 65-1
(100) (o ) ( 1y ( 0) « 0) ( 0y ( 0) o 0y (0 ) (1) 19-1
200 2.0 4] 7 15 0 1 0 11.0 11.0
60 (100) (1 ) - ( o) ( 4) | 9) ( 0) «( 1) |« 0) (13 ) (13 ) + 75-1
(100) (3 ) ( 0y 3) 6) 0y «( 0) « 0) (9 ) (9 ) 70-1
200 1.5 6 16 47 3 0 4] 27.5 29.5
80 (100) (1 ) - ( o) ( 4) ( 28) ( 1y | 0y «( 0) (31 ) (31 ) + 95-1
{100) (2 ) ( 6) ( 12) ( 21) ( 2y ( 0) 0} (24 ) (28 ) 23-1
200 0.0 6 26 50 2 0 0 32.5 35.5
+ 6-18 100 (100) (0 ) - ( o) ( 9) ( 30) | 1y ( 0) ( 0) (38 ) (38 ) + 34-1
(100) {0 ) { 6) ( 17) ( 20) |« 1y ( o) ( 0) (27 ) (33 ) 07-1
(4] 0.0 0 0 4] Q 0 ] 0.0 0.0
120 { 0) {0 TOX ( 0y | 0y | 0y 0) ( 0}y ( 0y (0 ) {0 ) TOX 98-1
 0) (o0 ) ( 0y o) o) ( 0) «( 0) 0y (0 ) (o0 ) 98-2
( 0) o ) ( 0y 0) | 0) | 0) ( Q) ( ) (0 ) (0 ) 14-1
0 co ) ( 0y o) 0) 0) ( 0y ( Q) (0 ) (o0 ) 14-2
0 0.0 0 [} ] 0 Q 0 0.0 0.0
140 ( 0) (o ) TOX ( 0y ( ) | o) | 0y ( ay D)y (o0 ) o0 ) TOX 54-1
( 0) (o) ( 0y | 0) | 0) | 0) ¢ 0y { 0y (0 ) o) 54-2
( 0) (0 ) ( 0) | o) «( 0) | 0) « ¢) 0y (0 ) (0 ) 87-1
( 0) (0 ) ( 0) ( 0y ( 0) «( 0) « 0y ( 0y (0 ) (0 } 87-2
0 0.0 0 ] 0 0 0 )] 0.0 0.0
160 ( 0) (0 ) TOX ( 0) o o) 0) ( 0) « 0) 6y (0 ) (0 ) TOX 72-1
( 0) (0 ) ( 0y o) « 0) ( 0) «( o) o 0) (0 ) (0 ) 72-2
( 0) (o ) ( 0} ( 0) 0) ( 0) «( o) | 0) (0 ) (o ) 82-1
« 0) (o0 ) ( 0y ( 0) «( 0) ( 0) «( 0) ¢y (0 ) {0 ) 82-2
0 0.0 0 ] ] 0 0 1) 0.0 .0
180 ( 0) (o0 ) TOX ( 0) | o) ( 0) ( 0) ( 0) ( ) (0 ) (0 ) TOX 41-1
( 9 {0 ) ( 0) | 0y ( 0y « 0) | 0) o 0) (0 ) {0 ) 41-2
( 0) (0 ) ( 0) «( 0) 0) ( 0) ( 0) «( 0) (0 ) (o ) 39-1
( o (o0 ) ( 0y ( 0) « 0y ( 0) ( 0) «( 0) (0 ) {0 ) 39-2
200 1.0 0 12 70 1 4 0 40.0 40.0
PC (100) (0 ) - ( 0) ( 7y ( 43) ( 1) | 2) | 0) (50 ) (50 ) + 62-1
(100) (2 ) ( 0) 5) ( 27) ( 0) «( 2) ( 0) (30 ) (30 ) 13-1
{ % Number of observed NT: Non-treatment SC: Solvent control PC: Positive control (Cvclophosphamide. 15 i g/mL}
g: chromosomal or chromatid gap cth: chromatid break cte: chromatid exchange o csh: chromosomal break

cse: chrumosomal exchange TAm wrof cells withaut gap TAG: number of cells with ge | TOX: Cell toxicity was observed.
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Table 2-2 Chromosome aberration in CHI/TU cells treated with 1,3-dibromopropane [short-term treatment: -S9 mix]

Study Number : M-1104
59 Conc Cells Polyploidy Number of aberration
Time(h) Judge TA TAG Judge Slide
mix ( xg/mL) observed cells (%) g ctb cte csb cse other (%) (%) No.
200 0.0 0 1 0 0 0 0.5 0.5
NT (100) (o0 ) ( 0) ( 1) 0) 0) «( 0) « 0y (1) (1 ) 26-1
(100) (o0 ) ( 0) 0) | 0) o 0) o 0) | 0y (0 ) (o ) 48-1
200 0.0 1 1 2 0 (8] 1.5 2.0
sc {100} (0 ) ( 0) «( 1) 2) | 0) « 0) 0) (3 ) {3 ) 04-1
(100) (0 ) ( 1} | 0) «( 0) 0) | o)« o) (0 ) (1 ) 7i-1
200 1.0 3 2 8 0 0 5.0 6.5
60 (100) (1 ) - ( 1) ( 0) 2) | 0) o) ( 0) (2 ) (3 ) * 11-1
(100) 1 ) ( 2) 2) 6) 0) ( 0) ( 0) (8 ) (10 ) 25-1
200 3.5 2 8 11 0 0 0 9.5 10.5
80 (100) (4 ) - ( 0) 7} ( 4) ( 0) 0} 0) (11 {11 ) + a1-1
(100) (3 ) ( 2) 1) 7) | 0) 0) 0y (8 ) {10 ) 15-1
200 2.5 4 9 18 0 0 o 12.0 14.0
— 8-18 100 (100) (4 ) - ( 0} «( 8) «( 7y | 0) | o) 0y (13 ) (13 ) + 80-1
(100) 1 ( 4) 1y ( 11) | 0) o o) « 0) (11 ) (15 ) 47-1
200 2.0 2 8 15 0 1 0 11.0 12.0
120 (100) (1) - ( 0) 6) ( Ty | 0) { 1) o) (13 ) (13 ) + 76-1
(100) (3 ( 2} 2) | 8) | ) | 0) | 6y (9 (11 ) 78-1
Q 0.0 Q 0 0 0 0 0 0.0 0.0
140 ( 0) (0 ) TOX ( 0} 0) 0) | 0) ( 0) ( 0y (0 ) (0 ) TOX 08-1
( 0) (0 ) ( 0) | 0) ( 0) 0) «( o) | 0) (0 ) (o ) 08-2
« 0) (0 ) { 0) | 0) | 0) 0) « Q) ( 0y (0 ) (o0 ) 57-1
( 0) (0 ) ( 0) | 0) 0) ( 0) « o) ( 0} (0 ) (o ) 57-2
0 0.0 Q 0 0 0 ] 0 0.0 0.0
160 ( 0) (o0 ) TOX { o ( 0) o 0y | 0) 0) ( 0y (0 ) (o ) TOX 99-1
( 0) (0 ) { o) ( 0) | 0y | 0) « 0) 0) (o0 ) (o ) 99-2
( 0) (0 ) { a) 0) 0) 0) «( 0) ( 0) (0 ) (o ) 97-1
« o) (0 ) { oy 0) 0) | 0) ( 0) « 0) (0 ) (o0 ) 97-2
0] 0.0 0 0 0 0 0 0 0.0 0.0
180 {( 0) (0 ) TOX ( 0) 0) «( 0) 0} ( 0) ( 0) (0 ) (o ) TOX 03-1
( 0) (0 ) ( 0) 0) ( 0) 0} ( 0) «( 0) (0 ) (0 ) 03-2
( 0) (0 ) ( 0) | 0) 0) 0) ( 0) « 0 (0 ) (o ) 32-1
( 0 (0 ) { 0) ( 0) 0) 0y ( 0) «( 0) (o0 ) (o ) 32-2
200 0.0 6 14 14 1 0 0 14.5 17.0
pC (100) (0 ) - ( 2) ( 9) ( 7) | 0) | 0) ( 0y (16 ) (18 ) + 74-1
(100) (0 ) ( 4) | 5) «( 7 ( 1) 0) 0) (13 ) (18 ) 88-1

( ) Number of observed
g: chromosomal or chromatid gap
cse: chromosomal exchange

NT: Non-treatment
ctb: chromatid break
TA: number of cells without gap

SC: Solvent control
cte: chromatid exchange
TAG: number of cells with gap

PC: Positive control (Mitomycin C,0.05 ¢ g/mL)
csb: chromosomal break
TOX: Cell toxicity was observed.
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