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3. HAEBRIEHME
3.1 AmERES
T-G604

3.2 HERRRE
1,3,5-Triazine-2,4,6(1H,3H,5H)-trione,1,3,5-tris(2,3-dibromopropyl)- : F ¥ 4 =—
X e N AZ—EEFEMRE AW D in vitro Yo (R B g 3R

3.3 A ER B 8y

Frv A ==X NLRAZ—JlifHEFMOREEME (CHL/IU) % v T,
1,3,5-Triazine-2,4,6(1H,3H,5H)-trione, 1,3,5-tris(2,3-dibromopropyl)- ? 4 {4 {& ¥ & &%
FEHE & MR L 72,

3.4 HElCET 21FH
3.4.1 GLP
o THBULFWE SR DB Z e 2 R B sk (2B 5 2 FL
CFRk 2343 H 31 B, FEEH 03315 8 5. WAk 23-03-29 ®HH 6 5. BRiR
%% 110331010 =)

3.4.2 EHRBRAMNFSTA Y

o DRHIEFEWEE IR RO TTIEIC OV T
CERk 23 423 1 31 AT R I 0331 55 7 S )2 EH @A R RS R R FERR 23
03 - 29 WHEH 5 Sk PERE WEER /R, BRERMAHEE 110331009 S EREH
BREBCR R EEA @) (RAEWIE  F 3043 4 29 H)

. [ OECD Guidelines for Testing of Chemicals 473: In Vitro Mammalian
Chromosomal Aberration Test]

(2016 427 H 29 H)

3.5 HERERA

95
I - TR R AR (LR R
T100-8916 HURAS T M XE 2B 1-2-2
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3.7  HEEH

MRXEHR YV —F ¥ — BT
T156-0042 HRAEHSHHASXPIRA 1-3-11

3.8 GBEREEE

HRASHRY VY —F v ¥ —  HESERT

3.9 AERELE
WY B R AR

3.10 FHERH?E

R B 45 H : 20224 1H 13 H
R s vE A : 20214 12 H 7H
0 Hed 455 2 ) SR
FEErBAM A : 20224 1H 14H
EERAETH : 20224 1H 18H
PSRN -
FEErBA 4 A : 20224 1H28H
EER&TH : 20224 2H 9H
AT H © 20224 3 H 23 H

3.11 FRIDBIENTETLELN D EHABROEERICEEZREITR DD
HSEERUVRABRIHBEZSICRDODAN 2 &
ARBRICEL, TRITDZZLNTERDTERBROGEMEICHEL KIETRVO D
LDEERORBREHEFEICED RS 2 T o T,

3.12 EHMRKRHE

BRI A GAUBRGT I E L H ESTe) | mE3GE,. A7 —2 . ERmERER
B mEEE (REBEEORAZEE) RUORAERERTIKRASLER Y Y F—FF
Y= HBEGIERT OB MR SRS D, ek T OWIRITRERE T & 5
Med 5, MIM&ETEROIRYD P IZoNTIZ, BAETBHE EX - AEHER BER
i AEEHR (EFPELERELRASHER Y VS —TF o ¥ THHEL. €
DIE ZRET %,
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4. EH

1,3,5-Triazine-2,4,6(1H,3H,5H)-trione,1,3,5-tris(2,3-dibromopropyl)- ™ Y& & {K B &
FRELZBANTEED, Fr A =—RX « NARAX—fliEEMESFME (CHL/IIU) %
7o Yeta iR B 3R BR & 2406 L 7=,

Pk By RBROAEEZRET D720, 2000 ug/mL ZHmAEE L, LLTFAK 2
TERUZZFF 8 IEABE L, MM EI B 21T o 7o, 2 OME, A FEam sk =
3. A B ALER vE o NS PE(E TIE 250 pg/mL BL oo BB T, E AL ERTE T
500 png/mL BL ED A& T 50%LL E& R U, FRFAAEE O JEMREBHE L Tk, 3 C
DOHET 50%AK T o7, 50% M FEIMEIEE (1Cso) (X, BRI E O RH
TEMEAL T 150 pg/mL, B ALER YL T 343 pg/mL Th o 72, B W TN OLHEETE |
62.5 ng/mL LA b B T 2S5 B ALTZ A5 B RG AVER 5 C I AL ER 6 WERE £ o 1% 1
REIZEY, HHRERETE D L L, dfBE a8 r 525 L Bbhd
EARITIRAARFRRCEREL TV ARAVWED, EABR~OFE T, B0k
HIWF L=, LLEOfER X0 Qo R R RO A EIx, ERFFHEE O FENRHTE ML
TIE 2000 pg/mL ZfcmH&EE L, LFAk 2 THRLUKLEH 4 HEZ, ERFEAEE O
REHTEMEAL TIE 300 pg/mL ZHmHEE L, DLTF%Z 50 ug/mL T U7Z 6 HEZ,
HGEALBRYE TIL 400 pg/mL e M & E L, BL %22 50 pg/mL TR U 72 6 &% 5%
E LT,

PR AVERRE L, BRI E O FERBIEMEL TIZ R TOHE %, FERFH LR E
D AEHHE AL TR IR RN 55 + 5% 2 m LA E2 ke A& E L.200,150,
100 %Y 50.0 pg/mL O FHEZBER Lz, T OMEE, EREAEEORBTEEILICE W
THEREIER T (TA) O HBUEE S EEREE & g L CREHENICHE B R %
7~ L (Fisher O BEEEMEFHIE, p<0.05) | O HBLRITEME T REEO Gk Ny 5
T—HD 95%EHE FREBZ., HHRRECEBVTHLEERHABKREFEENSED bz
(Cochran Armitage DHIRE, p <0.05) . —F CTHEAVEE (FFEMER L N
EIFRL) OB IO T OLEEIC BT MR IREE L Ok CH B 21T
LN o T,

B, TRTOMMET, RN OKAELZ G- Lo7on, RBRITE I
teEZONT,

b
=
0k
&

Lk o # R » 5 . 1,3,5-Triazine-2,4,6(1H,3H,5H)-trione,1,3,5-tris(2,3-
dibromopropyl)-IIAFER L FIZHB W T, FEAKREERTZFHERT L (B nk@
W R IEFHR Ly () Efsm L7,
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5. %8
1,3,5-Triazine-2,4,6(1H,3H,5H)-trione,1,3,5-tris(2,3-dibromopropyl)- ™ & FL K8 55 5%
A A WO REREEHRZEmML-ZOT, TORBEEZRET S,

6. HERMH

6.1 WERYMERVEESEYME (F5)
6.1.1 WEBYME

LT OEHRIZIE GLP THEME S L7z iz iS5 <,

Wi : |

4 B : 1,3,5-Triazine-2,4,6(1H,3H,5H)-trione, 1,3,5-tris(2,3-
dibromopropyl)-

Gl : Tris(2,3-dibromopropyl) Isocyanurate

CAS F %5 : 52434-90-9

BWMARERERS ¢ (5)-1049 ({LFFIE)

SR E TN =V

J
Br N N Br
RSe8e
Brj)
Br
713 : C12H15BrgN30O3
o E : 728.69
) D HEmEK
i A : 110°C
B fi Ve D WRIRVERET OSSR, KIZ 20 mg/mL TAYE., DMSO (2
200 meg/mL THfES 5 2 & 2 il L7z,
AF&E : 25 g (T-3603 & 3LH)
i : 99.8%
RAFSAE D IMIEET. Bk
R AT 1L D KB RERICANIL, WEEN FFAEP 0 1°C~10°C, &
FIREIIFFRESHNTH - 72) ITRAT
v o E  MEELGOWMK A ATV, v AT (REIRSE. (RET

REOWEY) 2R AZEMN L, BEEO#EMAD <, By
Tz, F, BEZRIEV, 2P 0WETD,

RAF G5 T D BRI ERFE
2 E PERERR DO YRR LB E O EMEIE R vy Mo

10
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W B EM S N2 ZEMERER GRAIL AT h L)
FEEMNOHER LT GABE 5 A-3348. Attachment 1) .

PRAF R D WEBWIER 1 g ZRAREE L TRAFE LT, BRAFRENT
T-3603 L@ L T 5,
B4 D AL D B ORRITETCREEL T,

6.1.2 EEEYE GRiK)

g Dimethyl Sulfoxide (F§F: : DMSO)

CAS & & : 67-68-5

Hig o AR R

A =T — BT AL AT SRR A A

0y NEE : DLG1026

[EX eSS C =R

TR AT 55 BT o BE AR AR =

BEAR 0 3R R BE D BRME OWEN BAFTH Y | TR, FEE WEULER

WoHNRDo T, invitro DEmEERRBRICAS A WD
NTEY, ¥RT7—4BPEBEETHLIZ ELERLT,

6.2 #HERRDHE
AR, SRR AT S B AT T TS L 72

6.2.1 B Heo 15 BiE 410 1l 58 BR
6.2.1.1 A AE

2mL DA AT T A THRWE 0.4000 g ZFFE L., @ EORE 22 TEfES
FOLEICHEBAMZT 2mL & U, REARFEE GHREE - 200 mg/mL) %K
Uiz, Thg, WECBRAICAI (A 2) LT, 100, 50.0, 25.0, 12.5, 6.25,
33 WV 1.56 mg/mL K & L, GF8IREZFM L, ZoRFoME (MlmEiRE)
IZOWTIEH 7.2.1 THSH,

6.2.1.2 RREE
PRI TR L. SR 1 RERILINIC L7,

6.2.2 ZEAREEHAR
6.2.2.1 B A E

SmL DARAT T A |ZHEBRWE 1.0000 g # 8L, #@EOREZ N CREMR S
TEOLEICEE AN T SmL & L, & A& GIRIRE © 200 mg/mL) % 4
L7, 2hvae, BWIEECE#EAR L T, 100, 50.0, 40.0, 35.0, 30.0, 25.0, 20.0, 15.0,
10.0 XUV 5.00 mg/mLiR & L, FH1TREARM L=, 2056, FEEFHABEOIER

11
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BHEMEAL TIX 200, 100, 50.0 &2 T8 25.0 mg/mL O 4 J#25F JH 8 R ALER 1 o AREHE AL
TI% 30.0, 25.0, 20.0, 15.0, 10.0 & 5.00 mg/mL @ 6 & E#GEALEE L Tl 40.0,
35.0, 30.0, 25.0, 20.0 X" 15.0 mg/mL ® 6 i#EZMHHA L=, OO ME (i
FBIRIE) [ZOWTILE 722 HSH,

6.2.

2.2 SREEE

MIERICHBR L BSER 1 RRRI LIS L7e,

6.3

B RME

uTwzommA%%%v%g:ﬂ%@%ﬁﬂ%%%ﬁﬁ%P?%ymmaﬂﬂmw
THERE SN, invitro e BB FHBRICIASHHEINTRBY ., ¥/, 57— BNEEF
ThHI EMNDER L,

6.3.
1)

2)

3)

6.3.

1)

1 Gt R E 1

~A h~vA T (REHEMELEL)

Eax i : Mitomycin C (B&Fr : MMC)
CAS &= : 50-07-7

A =T — BT AV AT SRR A A
a2y NS : LEQ1937

TR A7 S D AT

R A7 55 T = 3 U
MMC &R O 71 B

FRFICRB L 72,

MMC 1.0 mg Z @& IR L, ZhICABEAER (AAKES, XSt kE
T, vy &S KIC94) 2 mL 2 Mx CHM L, 0.5 mg/mL AR & L7z,
ZOWRE MBI CTEIZ 2005 AN L T 2.5 pg/mLEKE LT,
MMC @ H &

R ALER . (REHEIMEE®E L) T 0.075 pg/mL., HE#HEALFEEE T 0.050 pg/mL &
L7,

2 EiExtRYME 2
vrmT7F A7 7 IR (REHEMEEAY)

g : Cyclophosphamide monohydrate (B&FR : CP)
CAS &5 : 6055-19-2

Hir& c AR (97%LL 1)

A =T — BT AV AT IR A A

ny &S : SKE6784

RIS DOmE,

12
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2)

3)

6.4
YRR CHHT DMIERII AT A F7 4 (OECD TG473) THEEI N TW DD

PRI 5P
CP iR o 7
ARG L 72,

DR R B =

CP14.0 mg #FM L7z, THICABAEER (HAREKR ;MRS RIFRIE TS
7y &S K1C94) % 20 mL X TR L. 0.70 mg/mL ¥k & fi 8L L 7=,

CPOR&E

FERFFAAERE (FUEHEMEESR) T 14 pg/mL & L7z,

ABRRRVZDERERH

— DO THY . invitro fEARBRFERBRIZLSFHENTEY, 7T — 4 NEETHD
TEMBER LT,

6.4.1 0 A BE

6.5

i 44
fAa

ATFH
e o A

R IR ORI

i

A

6.5.1 S9 mix

1)

S9
% R
Ay —
MR &
2y &S
EPS
EWE

7 EWE O LB

& H

T v A ==K

N A Z — il Sk O #RHE 2E
(CHL/IU)

: 201444 H2H
D MR OBIES R (Vv — VKBS LR O P&

AT D) . MBI 15~20 FEREILLN (SZHIME ;
17.3 B§[) « Y RED 25 ROMBEL 70%LL E, Yeta
REFERAERNSURBTHY, ~f 2T T XA~ DiHY
DN ERfERINTZLDEH W,

o P IR 0D SR e AR H 3 G ) R T 9 MR B

KRR T 13T H o 7= (FFAHLPE :3~30 f#1%)

: S-9

AU =B OVEERE TR A St
: 2mL/NA T v

: 21090306, 21101508

: SDREET v M. T

7= ) N E X —)L(PB) L N5,6-_ Y 75K (BF)

: PB: 4 HREIEMEANEE (30, 60, 60 &1 60 mg/kg)

BF : PB# 453 H BICHEIERENE L (80 mg/kg)

202149 H3H (my hEE ; 21090306)

13
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ikt T R

S
RN

[EYEELE
TR AE 5 BT

) AT U H—
4
Ay —
N &
2y hES
il FHHI TR

PRAF SR
RS AT
3)  S9 mix ORIk

AR L2, S9 b a 777 X —% 2:4.7 OEE (K% 134T )L) THEEGI

2021410 A 15 H (2 v F&EH ; 21101508)

202243 H2H (my RESR ;21090306)

202244 H 148 (v FER ;21101508)
7 W - M

:2158+7.2¢g (my &S ;21090306)

2247+10.6 g (= F&F7 ;21101508)
Wl (=70°C LA F)

DR AR E

: Cofactor C

AV = 2 VEERE TR AR

: 4.7 mL//NA T )L
: C21090106, C21101308
: 202242 H 28 H (v &S ; C21090106)

202244 H 12 H (v &S ;. C21101308)
B (=70°C LATF)

D EE AR E

BALTSImix ZiM L7, S9 mix ®#AL (1 mLH) #LLTFICRT,

K

S9

MgCl,

KClI

Ta—2-6-1J P

: 0.7 mL

0.3 mL
5 pmol
33 umol
5 pmol

bl =aF o7 I R7F= VX7 LAF RY Ui (NADP)

HEPES #%## (pH7.2)
6.5.2 EEX

: 4 pmol

: 4 pmol

-
—

Minimum Essential Medium (MEM){Z3EB1{k L 7= “F1f{E (bovine serum, BS) % &

WEIBEEN 10v/V% &R D X O IR L 7-E%iE (10%BS-MEM) %

DEEREITmERAF L, 1 &EAUNICER L,

1)  A4iig
A==
2y &S
RIS

: Thermo Fisher Scientific Inc.
1 2261346, 2402160

M (=20°C LLF)

14
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[EXE= 0 o B ER e BR =
2) Minimum Essential Medium (MEM)
A =T — s AT AT AT RS
PRV 3 . L1K6990
R AF S sy
TR A7 S5 D AR

7. REBRAE
WU E OB 2 LU ISR,
IR ALERYE  (REHSE L L)
: S9 mix FEFIE T CHEBRWE /xR E 6 REf s, = o
#% 10%BS-MEM 85 #{k C 18 Bk ([nl{E 5 3%)
B ALERYE (REHEEEA V)
SO mix fAE T CHBRWE/HBWE 6 B, = D%
10%BS-MEM K25 T 18 Fifks#% (011 5 #%)
AL R (RS MR L)
: S9 mix JETEAE T CHBR YL/ kL R BT 24 W5 [ 4L 2R

7.1 BERURTA FEKXRDERE

KT BRE S, KB UHEEEOCHEZ AT RS T CHlB Lo, REREis
HOAT A4 NIZERIBEICED2BEDTD, AREZLOERGIIHIL LT a— RE S
R L7727 L TR L 7=,

7.2 AEDERE

7.2.1 0 e 15 Big #0051 5t B

BAHEVEIZ B 2 A& ET 5 BT, MR /A A FE i K OV R isn e
KRR OLA QLB OFE L TTe) Z2RE L 7o, il i 7/ A0 i 38 5E 4 i o
B ST AR AL 5 % (Population Doubling : PD) & OVFH s il R 45 [ f5 %% (Relative
Population Doubling : RPD) 75 B H 3 2 M Aa B Al RIC L 0 #EE L7 (GRAIZES
74 1HBR) |

e HEIL, A R4 UEBULFWEE IR 5RO FIEICHO>WT) 2S00
T 2000 pg/mL & L7z, BLF, Ak 2 TR LT 1000, 500, 250, 125, 62.5, 31.3 &
W 15.6 pg/mL Z&x i, FF 8 HEA SLBRE IR E LT,

BB E VBRI N 2, A AVERVE T BE MR R R A 5 1 72,

7.2.2 FEAEEHAR
A A HE S A A BB (2 3 1T 2 M A AE AN 2 (100 —RPD) 13, F2RF LB VE O ARG
TEPEE TIE 250 pg/mL LA EO & T, @R T 500 pg/mL L EDOH & T 50%

15
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PL bR U, FRFREALERE O FERFHE L TIX, T X TOHET 50%AK Th > 72,
50 % A0 Jie B4 FE A R R . AR R AL R VA O AUHHEME(E C 150 pg/mL, EEEALER YA T
343 pg/mL EH STz, ok, WTHOLAEETY, 62.5 ng/mL LA Lo & Tk
DRSO LT, R ALPRE TIXALE 6 BEM R ORI LD, HHBRERET
x5 ECHMr L, EEEAEE CIXREE 5 25 L b m R AR R E R TIX
RELTNRWNZD, EABEA~OEET, B0 LB Lz, LEORKRLID .,
PR REFTRBROMEZ TROBYEE LT,
F o, BEBRWYEALBREEIC N % T A MUBRVE T B o BRE K OVBG 1 ko FRAE & 5% 1 7=

AL BRI i HEE (ug/mL)
45 Iy 8] AL B 1
AR BT ML 2000, 1000, 500, 250
45 Iy 8] AL B 1
e 300, 250, 200, 150, 100, 50.0
JE e LB 1k 400, 350, 300, 250, 200, 150

7.3 BERBHRUEESN

1) HBEAHK
BRI TIAF v 7BOTL—F (v —L) ZHWE,
M e 2 G P ) BUBR CUXABE 1 SRS (single culture : B3 28 & T RF O il fa i B2 0 & H)
Yuto (K BLE R CIIARE 3 R4 (triplicate culture : 2 R4 & Y (A R ERLA |
1 RANE R EE TREOMBREENEH) & L,
F 7o, MR E R L O R BB E b, IS 1 o L — b & AL
RO MR EREHR & LTHER L,

2) EEE AT
IR 37°C, MK N 5%CO, FCH#& L7,

7.4 IR A&

7.4.1 0 B 1 5iE 4 ol 5L BR

HRBRBIED 9B 1) ~ S)DEIEICHOW T, MEREE T THEM L,

1) 7L—F (BB S.0mL) 4720 2x104HOM L 2R L, 3 HREEZ L,

2) Hrg 3 RARIC, BN ZEBME T CHIBORBICHRE R 202 & 2R LT,

3) FRICWE- T, BEBKERE L, BEESEROUIEBRIE., H 250 0E S9 mix &3S
muiz,
T, WEEBRAARFRIIIRE R EH O 7 L — F 1 IOV T, 0.25%trypsin LR
(A 2 A U, i BRE A 2 AU AL ER R AR B oD e T R A T E L7

16
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P @E??Faﬁ&&ﬁ(f S UE N
WENE RAERmE L | KRR LR
MEKRER 0.050 mL 0.883 mL 0.050 mL
S9 mix RN E 0.833 mL
(S9 & H IR ) (1.049 mg/mL)
o e HEE 1 S 1 e 0.050 mL 0.050 mL 0.050 mL
RN &

4) LFEEEERZIC, LHEEBROAHZRNIRTEIZE L, $7o, BISAACHEZBEME T
f%%@ﬁﬁ%ﬁ%bto%@&\@%%@ﬁ&fi6%%\@ﬁmﬁ%@@m
e hs & (W) L7z,

5) GERFEAEE T, 6 WM OB | BISLALFEZEBIREE T~ CIbE o f & i o
REZBIE Lo, IRWT, MEREFRIE A #5C. 2% MG i A B ik C Rl %
Ve L. B LV 10%BS-MEM H5#% 5.0 mL Z N2 C 18 Wefflis s (RIEE#%)
L7,

6) BEEKE TR, BSOS T T O LM OREELBIZE LT,

7)) WWT, 7L — F%& 0.25% trypsin T L CTHIFE Z BN L, 1 EREH 5% %
VN THEFR T RF O MR i 2 & I E L7

8) ALPRBHAAKE KOG RKE TREOMABIEE 22D, DX 1 LY 2 196V, £#D PD
J OYRPD 8 H L7z,

log (K53 #& T O MR + ALEEBE AR BF 0 0 i i AE)

PD = log 2
(1)
o CRBMEMBENCHD S PD)
RPD (%) = (Bt RRE\= 5 5 PD) 100
(2]

9) RPD » LI GE N HI = (=100-RPD) ZHH L7z, AlAZHEFEMNHI =03 50%LL E
ODHENALNTZTZD, 50%%FTe 2 SOEHRNL, ICso R LT,

142 2EAEEHR

1) FHT41HD 1) ~2) LR CEEEZITo - (BB OMBEENTE 2 &T) |

2) TRICW-S T, HEREEREZREL., BEERE, #BRIE XIGES K., H 250k
SO mix ZIRM L., KALPREEIZH T DB RIK E LT,
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- LS T AL LI o
WENE B PELIE L R BEELA Y HRRALAR
e 0.050 mL 0.883 mL 0.050 mL
SE R R R (0.150 mL)* (0.933 mL)* (0.100 mL)*
S9 mix W& 0.833 mL
(S9 B AR E) (1.089 mg/mL)
P 4T T3 R 0.050 mL 0.050 mL 0.050 mL
RSN
Fﬁi&ﬁfﬁﬁ MMC: 0.150 mL CP: 0.100 mL MMC: 0.100 mL
RN &
* o BEMEX R C O RIRREE
3) HBTA4THD 4)~5) LRI UEIEELIT o7 (LBLE % & OVERFRJALERYE C o 6 FEfH]

BRBZOBRIR EMBOBEEYET)
L, B2 OPEAHRIERE-HE 7L — M2 oW TIE, BEEET O 2 KR
AiicateI N (F ALY KR, 10 pg/mL) % 0.1 mL N Z 7=,

4) FEEK TR, FREM 2 KOEAKIEAME-A T L — MZo2WT, U TOFIET
Pt (BEEAR AR U7, P RERIIT L — RS20 2 BERIL 7=,
0.25% trypsin JLERFZ IZHAAR Z (B L, 0.075 M ALl U 7 KRR CTHI 15 43 RS
%%ﬁbk%\ﬁw/Tlﬁ&(X%wTw:~w@wk3“\W)Tlmbto
BELIZMIZ AT A RTZAITRICOZ2FEAICH FL, BEZLZO L X AHF
Tt L TR iEAR L LT,

5) BHOEVOIKOTL—F (HRREENEHZLV—8) 2HWTHEDOf &
LUK OREZ R LT, IRWT, FHT74.15HD 7) L 8) OFJNET PD, RPD
T OVHE R ¥4 il B i) =8 2 R HE L 72

7.5 HMREEsSEICEAET S T —2DXRTE
e . RPD M OSHERRESFEIN G RIT, MWL L 0 BHER, PD XU TIA
WX /INBEE 2 ETE R L, 72, ICso XA F 3N TER LT,

7.6 Z2RAFERDHE
7.6.1 HEFIE

e R BB L, Rt — N2 Ok > b r AT 25 A0 R TG oMl
ZUAMEE T (53 : x600) THHE 300 & (2 RFIx150 #/R5]) BlEL, HBERTF O
M E BF AR OMo B AL, MBLRZE N Lo, RN (B
KR OENEIMEZ X LT+ 5) omBkzHHL, HEKRE2EH L, 8

BITERIBICE VW ITo T,

I%ﬁxj‘%’ﬁi)}éoﬁ@ PEXTIRER X CTRIZE Lo, #BRW B ERRE 13, FRFRALBRYE o JE
REEMEAAE T2 ToO A &% FRFF AL ETE O BTG ML C I3 Ao HE 5l B i) 22 8
55+ 5% R LI-HEEREHEL L, 200, 150, 100 & 50.0 pg/mL & A # % Bl 22
L7,
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ek, ERFFABIEICE VT, B\ btt CRARERT) 2R Lo, i
REAL BRI DAEABLEIT TN L 72 o T2,

7.6.2 2EREEDODHE
L REFIIHERE EHRORFICRINL, BERERFIIEIZUTOXLIITERE - »
L7, b, MERFEIZOWVWTIE, Fv v 72 505G (Total number of cells with
aberration including gap : TAG) & & £ 72\ 54 (Total number of cells with aberration
excluding gap : TA) 247 1F CTHEFHL 7=,
1) MEIEREE
v 7 (g) DR R (ctg) M OV R R (esg)IZB T HF v v T L
XG5 R O R AR 12 G B o3 R OB LU C IR 72 3k
Bt L NBOLNDH D
Ye b Sy (KRBT (ctb) : WA G RO EEHE LA ST Tund b0 kD
GBI S G A R D R B2 - Th FEGL AT
MORENGEETIKDOIELL R TWD H D
Yeta iy R ZZ i (cte) @ 2 HFATLLECAE LU HAEICHMES T H2RETH
D, B RN L Qe AR AU B TT E D, U
WAL, B REAR ERnd 5
Qe KRG (csb) ¢+ A0 HAIT otb ITHET 5, FEYL AL 28 Ye AR O [R]dlfR | 7»
DI T TCEBYEFRENREDO NS DK OIELRE
ERAL NG AR D[RR B2 > TH  IEGEENL O R S
WY A RDOIE EICR W H O
Qe R A2 Wi (cse) ¢ RO RINARHR & R ASHAIZ T & S, Hh IR G
B, BRIREEAKRENDH D
Z D (other) W b(frg) 7 ENH D
2) EyERE
Gt (R BN . ZOMBBARFF > TOWDEA O (2K 80 SNl
HD GREER, 45K L)
i Hork D fEEPER A (polyploid cell)
FENE MO M (cells with endoreduplicated

chromosomes)

7.7 REHEEAT

TNENOWNIIET LIZ, F¥ v 725 ERVES (TA) OROAKBERT 26T
oM lE OB . B RE 2 A M (R IE & OB NS M ia o &5 Ok
BEEEIZ DWW T, LR OFEFHIENT 24T o 72, Rk FREE & g5 B AL B RER#] C Fisher
BEEMERGEIEIC X D xtbie (B EAKY%E ©0.05, A1) Z21T-o7z, FEERFEAEE DR
BHEMEAL TH B Z2HMA R 57729, Cochran Armitage O [ #% & (B E KA 0.05,
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AR & S L7z,
£, ROEMIERE SOV TR, B IREE & G R & OF TS Fisher DA
BMERARIEIC L DM (AEKE 0.05. F) z21T-7=,
WFRORE BN EZ R THEIC SN TO R L7z,

7.8 BRI B
TRt 2TohtErimz Lizaa., Rl s 45,
1) BlEAELHENIHEDL EHDZ L
2) PEMEXER IR DR R O HBLEN | BREX R 27— % D 95% % Bl
PN (Mean + 1.96 SD) TH 5D Z &
3)  BEPE REEIC IS T B Yeta (SR B o MBS N . PR PR R IREE & e T E A b
R4 2 &
4) B (8 REICHEIBOLARNWI &

7.9 HROHTERAE
UTORTOEELZTIHG. RYE TGRSR OB RS (5

AR K NS IR IR) B EEET 5 (M) SHET 5,

1) Db 1 DOWRYEIRERICEH T DY O H BN B2 R &
HANTHEZREINZ 7R~

2)  EFEOHIMIZIE Cochran Armitage DR E TH B HEBEKGFERN A LD

3) HINZIR L 7R E IR EERE O B RS | BRI IR R T — 2 D 95% & B DH
sTh D

7.10 fERREER
E%nu nﬁ% i;@fﬂﬂ L fot Dro 71:_0

8. MERHER
8.1 0 R 1 5iE 410 1 5L B
fiti & % Appendix 1~3, Appendix 7 |{Z/x L7=,
1) HBHREOGCHEL
T RTONEETERBKOOREITRD b d ol
2) B
TR T OMEE T, #EBRIERINEZ 21X 500 pg/mL LA EDO & TILENRD 51
oo ¥, AP TRFIZIL 62.5 ng/mL UL EOH&E TILEE AR O bivlc, FFFH
VERRE O [RI1E K53 #E T HREICIX 62.5 pg/mL TIXLEN A b/ 2o 7,
3) MipaFENE
AR G SR SR 0T, AR R AL R U 0 RS AL T 250 pg/mL ML B & T,
BEALFR YA CIX 500 pg/mL LA B 8T 50%LL |2 78 U, 40 I AVERE o FJECEHTS
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AL T, T XTOMET S50%KM CTh o 72, 1Csold, 5 LELYE O RHHTE M
BT 150 pg/mL, HEFELHE]E T 343 pg/mL Th - 7,

8.2 2EAREBHR
#t Bt % Table 1~3, Appendix 4~6 } " Appendix 8 {2/~ L7z,
1) EHREOGHEL
TR TOWNEE TR RBIEOGHEITRD bR T,
2) Tk
2 55V AR O B 2 A L PR P AL BR 1 0 FEAR TS MK T 500 pg/mL L k| 5E e AL ER
1ECIE 350 pg/mL DL E D & TR D O v, IR LR E O REBHE ML TIX
WEIIR bR o Tz, 7ol RUBRHE T IREIZ IXBLIRE AT AL B 5 D FEAUEHIE Mk & i
FEALERYE CIE 2 CO M & T, FEEFHAEE O G ML TIiX 100 pg/mL 2L EOH
B CILERRD DALz, FREREALELE O RFEHEMELIZ BV T, 100 pg/mL TlE[E
EEERE TR A o2 o T,
3) AR EEME
R BT S 0, R R AL B VR o0 ARGHTE MK T 200 pg/mL BA B oo & T
FEALERYE TIE 400 pg/mL O & T 50%LL B &7 U7z, B REE LR 1k oo FEARHTE M
fETIFETOHET S0%RM 2R LT,
4) BIERER
Yot R s B (TA) OMBUBEE X, FRFFAEE O EMRHHE ML T 2000,
1000, 500 & Y250 pg/mL ®HE T2, 3. 2 K2 TH Y, kT 2 M REE
EDOMICHBEZITIHA LN o Tz, —J7 T R LB E o RS L T 200,
150, 100 & O 50.0 pg/mL O HET 24, 17, 12 K12 TH Y | ErExt R & kb
B L O FICHEREMEZ R L (Fisher O EBMERFHEE, p<0.05) . %
O BRIV RBEOSER NG BT — % D 95%EF LR & 2 . IR EICE
WTHHERHEERFENRD 57z (Cochran Armitage DA E ., p < 0.05)
D2 fE 1% 0.592 mg/mL TH > 7=,
B BE o B 13, B AL ER 1L o RS ME{E T 2000, 1000, 500 & T
250 ug/mL OHET 2, 1, 1 KO 1, EEEFLERE O HHE ML Tk 200, 150,
100 XY 50.0 pg/mL DFHETIL, 1, 1 K2 TH Y, 3T 2 R REE & oM
CHABETADN o T,

8.3 AEED LT
T RTCOLHET, 7.8 HOKELZ - L2770, REBITEUICERINTZ & & 2
SY A0

9. EE
1,3,5-Triazine-2,4,6(1H,3H,5H)-trione,1,3,5-tris(2,3-dibromopropyl)- ? Y& & {K B &
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FREEABRINT D, Fr A =—RK « ~NAAX—fiHEEMEEME (CHL/IU) %
FH 7o Ye o iR B 3Bk & 520G L 7=,

Yoo R SRR L, R AR E O ERBHEHEA XA TO &L, ML
EORBHEEAL TITMAR B IMmH RS 55+ 5% 2R LI-HEEZRASHEL L, 200,
150, wo&wsmn@mL®m%%ﬁﬁbko@ﬁﬁ@ﬁ%@ﬁ%ﬁ%mmﬁwf%
RS R (TA) O HBUE R DS P2 PR IREE & Heik U CREGHFIICA BRI EZ R~ L
(Fisher UDﬁﬁéﬁE##%%\ p <0.05) . ZOMBFIIEMES RO NYE 2T —
2D 5% EHREREBLZ, HARTICBVWTHLAERARKEELSRD ST
(Cochran Armitage OEFIRE, p <0.05) . —FHF THEORE (FEMEMR LN
fEHNE) OHBBEE TV TNOABEICEB T HEMESBEE L Ol T EEIT
LIV o T,

10. #E:R

1,3,5-Triazine-2,4 6(1H 3H,5H)-trione,1,3,5-tris(2,3-dibromopropyl)- i A< #& B 5 14
TIZBWT, FORBERTZFHERT L (B PEOAERBIEFTITFHER L2V (2
M) AR L7,
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Attachment 1 (1/3)

RRE
ARIRIE H

vy hEE
PRAT KA
HIE H

HEHE

I B Y
AN AT bL

i o
RANRAL AR b v

HE

52 FEPE B

No. A3348-1/3
HERAEE

A-3348

%2 FE MR
1,3,5-Triazine-2,4,6(1H,3H,5H)-trione,1,3,5-tris
(2,3-dibromopropyl)-

WIS (FPE#DH : 1°C~10°C) | i
BRXEER SV —F ¥ — HERGUIERT
20214 12 H 28 B (BifE)

20224E3 H 10 B (#41H)

TRABULA N7 bov (RAEA Y U LEERITE)

MECEONERARINARY ML ER% (EREBIY
IZ2WT, F—EIRICRERBEDORINEED 5)
ThHdHI LrHEERT B,

ATE CTH LN RARIL AR bV &A% (ERBI
WD WT, Al — BRI AR 72 R E O WIN 258D 5)
ThHoT,

TRARUL AT N B RR—DICRT,

it
RAPIR AN SABHEEFRETH T b,

BRI 2021 4E 12 A 28 B2 6 20228 3 4 10 H
ECOM, REFHETTRETH T EHE LK,
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Attachment 1 (2/3)

No. A3348-2/3
AR E

ARREBILLAT O GLP 2 #5F U THEME L7,
[HHAL S E SR 2 B % 3 2 Bk 1 B3 5 A1
CF2343 A 310 : ERMO0331FE 85, Frk23-03-29mE 6 5.
BRI 110331010 5)

_ )/Olj—é}zdﬂ/‘za

R LS
BRARHA Y U —F s~ HRHRIERT
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Attachment 1 (3/3)

R AT Fv

AT i

No. A3348-3/3

HERAEE

i 1693.56—
:

4000
A3348-Ex2

|
8} 145630~
o
=]
3

1/om

756.12—

142351~
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Attachment 2

Historical Data of the Chromosomal Aberration Tests in CHL/IU Cells

Negative control Positive control

Short-term treatment (50 studies, 15900 cells) Short-term treatment (50 studies, 15000 cells)
. . Poly TA . . Poly TA
S9 mix Time %) %) Substance S9 mix Time %) %)
Mean 0.7 0.7 Mean 0.0 60.7
+ 6 S.D. 0.2 0.3 cp N 6 S.D. 0.0 11.5
UCL 1.1 1.3 UCL 0.0 83.2
LCL 0.3 0.1 LCL 0.0 38.2

Short-term treatment (50 studies, 15900 cells) Short-term treatment (50 studies, 15300 cells)
. . Poly TA . . Poly TA
S9 mix Time %) %) Substance S9 mix Time %) %)
Mean 0.6 0.8 Mean 0.1 21.8
) 6 S.D. 0.2 0.3 MMC ) 6 S.D. 0.2 3.8
UCL 1.0 14 UCL 0.5 29.2
LCL 0.2 0.2 LCL 0.0 14.4

Continuous treatment (50 studies, 15900 cells) Continuous treatment (50 studies, 15300 cells)
. . Poly TA . . Poly TA
S9 mix Time %) %) Substance S9 mix Time %) %)
Mean 0.7 0.7 Mean 0.2 24.1
) 2 S.D. 0.3 0.3 MMC ) 24 S.D. 0.2 4.1
UCL 1.3 1.3 UCL 0.6 32.1
LCL 0.1 0.1 LCL 0.0 16.1

Cumulative background data of chromosome aberration tests in cultured Chinese hamster cells line (CHL/IU), carried out
under the same study conditions at BoZo Research Center Inc. from April 2018 to October 2021.

Negative control: solvent or extraction vehicle of the test formulations (water for injection, isotonic sodium chloride
solution, dimethyl sulfoxide, acetone, 1,4-dioxane or culture medium)
Positive control: CP; Cyclophosphamide, 14 pg/mL
MMC; Mitomycin C, 0.075 pg/mL (for the short-term treatment)
MMC; Mitomycin C, 0.050 pg/mL (for the continuous treatment)

S9 mix : + ; with metabolic activation - ; without metabolic activation
Time : Duration of treatment. Short-term treatment (6-hour treatment) was followed by 18-hour non-treatment
culture.

Poly : polyploid cells and endoreduplication cells
TA : total number of cells with aberrations excluding gaps
UCL : 95% control limits(upper control limit)
LCL : 95% control limits(lower control limit When calculated value was less than 0, LCL value was regarded as 0%)
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Table 1 1,3,5-Triazine-2,4,6(1H,3H,5H)-trione, 1,3,5-tris(2,3-dibromopropyl)-: In vitro chromosomal aberration test in cultured Chinese hamster cells
Results of the chromosomal aberration test [Short-term treatment: -S9 mix]

Number of cells with numerical

Number of cells with structural chromosomal aberration " h lab . b
Treatment S9 Dose Level Plate RPD Plate chromosoma aEg(rir:rtéon
i 15 0 d ; -
® mix  (ug/mL) Cells ctb cte csb cse other TA g TAG %) Cells”  Polyploid duplicated  Total
observed observed cell cell
1 150 1 0 0 0 1 0 1 1 151 1 0 1
NC 2 150 1 0 0 0 0 1 0 1 100 2 151 1 0 1
Total 300 1(0.3) 1(0.3) 0(0.0) 0(0.0) 0(0.0) 2(0.7) 0(0.0) 2(0.7) Total 302 2(0.7) 0(0.0) 2(0.7)
1 150 0 1 0 0 0 1 0 1 1 150 0 0 0
250 2 150 0 1 0 0 0 1 0 1 85 2 151 1 0 1
Total 300 0(0.0) 2(0.7) 0(0.0) 0(0.0) 0(0.0) 2(0.7) 0(0.0) 2(0.7) Total 301 1(0.3) 0(0.0) 1(0.3)
1 150 0 1 0 0 0 1 0 1 1 151 1 0 1
500 2 150 0 1 0 0 0 1 0 1 83 2 150 0 0
6 ) Total 300 0(0.0) 2(0.7) 0(0.0) 0(0.0) 0(0.0) 2(0.7) 0(0.0) 2(0.7) Total 301 1(0.3) 0(0.0) 1(0.3)
1 150 1 0 0 0 0 1 0 1 1 150 0 0 0
1000 2 150 1 1 0 0 0 2 0 2 66 2 151 1 0 1
Total 300 2(0.7) 1(0.3) 0(0.0) 0(0.0) 0(0.0) 3(1.0) 0(0.0) 3(1.0) Total 301 1(0.3) 0(0.0) 1(0.3)
1 150 0 1 0 0 0 1 0 1 1 150 0 0 0
2000 2 150 0 1 0 0 0 1 0 1 56 2 152 2 0 2
Total 300 0(0.0) 2(0.7) 0(0.0) 0(0.0) 0(0.0) 2(0.7) 0(0.0) 2(0.7) Total 302 2(0.7) 0(0.0) 2(0.7)
1 150 7 26 0 0 0 32 0 32 1 150 0 0 0
PC 2 150 7 22 0 0 0 27 0 27 75 2 150 0 0 0
Total 300 14(4.7) 48(16.0)  0(0.0) 0(0.0) 0(0.0)  59*(19.7)  0(0.0)  59(19.7) Total 300 0(0.0) 0(0.0) 0(0.0)

a): ctb: chromatid break, cte: chromatid exchange, csb: chromosome break, cse: chromosome exchange, other: including fragmentation, g: chromatid or chromosome gap
b): Value in the parentheses indicates percentage against the total number of cells observed. c¢): Diploid cells d): Diploid, polyploid, and endoreduplicated cells

TA: Total number of cells with aberration excluding gap, TAG: Total number of cells with aberration including gap.

NC: Negative control (DMSO)

PC: Positive control (mitomycin C, 0.075 pg/mL)

RPD: Relative population doubling

*: p <0.05 (significantly different from the negative control by Fisher’s exact test)
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Table 2 1,3,5-Triazine-2,4,6(1H,3H,5H)-trione, 1,3,5-tris(2,3-dibromopropyl)-: In vitro chromosomal aberration test in cultured Chinese hamster cells
Results of the chromosomal aberration test [Short-term treatment: +S9 mix]

T-G604

Number of cells with numerical

Number of cells with structural chromosomal aberration " h lab . b
Treatment S9 Dose Level Plate RPD Plate chromosoma aEg(rir:rtéon
i 15 (9 d ; -
® mix  (ug/mL) Cells ctb cte csb cse other TA g TAG %) Cells”  Polyploid duplicated  Total
observed observed cell cell
1 150 2 0 0 0 0 2 0 2 1 150 0 0 0
NC 2 150 1 0 0 0 0 1 0 1 100 2 151 1 0 1
Total 300 3(1.0) 0(0.0) 0(0.0) 0(0.0) 0(0.0) 3(L.OY# 0(0.0) 3(1.0) Total 301 1(0.3) 0(0.0) 1(0.3)
1 150 1 3 0 0 0 4 0 4 1 150 0 0 0
50.0 2 150 1 5 0 2 0 8 0 8 81 2 152 2 0 2
Total 300 2(0.7) 8(2.7) 0(0.0) 2(0.7) 0(0.0) 12*(4.0)  0(0.0) 12(4.0) Total 302 2(0.7) 0(0.0) 2(0.7)
1 150 0 9 0 0 0 9 0 9 1 151 1 0 1
100 2 150 0 3 0 0 0 3 0 3 60 2 150 0 0 0
6 + Total 300 0(0.0) 12(4.0)  0(0.0) 0(0.0) 0(0.0) 12*%(4.0)  0(0.0) 12(4.0) Total 301 1(0.3) 0(0.0) 1(0.3)
1 150 1 9 0 1 0 11 0 11 1 150 0 0 0
150 2 150 0 6 0 0 0 6 0 6 51 2 151 1 0 1
Total 300 1(0.3) 15(5.0)  0(0.0) 1(0.3) 0(0.0) 17*(5.7)  0(0.0) 17(5.7) Total 301 1(0.3) 0(0.0) 1(0.3)
1 150 2 10 0 0 0 12 0 12 1 150 0 0 0
200 2 150 0 12 0 0 0 12 0 12 44 2 151 1 0 1
Total 300 2(0.7)  22(7.3)  0(0.0) 0(0.0) 0(0.0)  24*(8.0)  0(0.0) 24(8.0) Total 301 1(0.3) 0(0.0) 1(0.3)
1 150 9 55 0 0 0 60 0 60 1 150 0 0 0
PC 2 150 7 50 0 0 0 56 0 56 44 2 150 0 0 0
Total 300 16(5.3) 105(35.0) 0(0.0) 0(0.0) 0(0.0) 116*(38.7) 0(0.0) 116(38.7) Total 300 0(0.0) 0(0.0) 0(0.0)

a): ctb: chromatid break, cte: chromatid exchange, csb: chromosome break, cse: chromosome exchange, other: including fragmentation, g: chromatid or chromosome gap
b): Value in the parentheses indicates percentage against the total number of cells observed. c¢): Diploid cells d): Diploid, polyploid, and endoreduplicated cells
TA: Total number of cells with aberration excluding gap, TAG: Total number of cells with aberration including gap.

NC: Negative control (DMSO)

PC: Positive control (cyclophosphamide monohydrate, 14 pg/mL)
RPD: Relative population doubling

*: p <0.05 (significantly different from the negative control by Fisher’s exact test)

#: p <0.05 (statistically significant trend by Cochran-Armitage trend test)



T-G604
Appendix 1 1,3,5-Triazine-2,4,6(1H,3H,5H)-trione, 1,3,5-tris(2,3-dibromopropyl)-: In vitro chromosomal
aberration test in cultured Chinese hamster cells
Results of the cell-growth inhibition test
[Short-term treatment: -S9 mix]

. .o d)
Study type ‘ ) Cell-growth Condition of cells®® Condition of culture medium
Concentration [ RPD inhibition Precipitates )
89| Treatment | (,1/mL) ) | fate (%) Color”
mix (h) o D 2) D 2) 3)
0 (NC) 100 0 - - - - - -
15.6 97 3 - - - - - -
31.3 102 -2 - - - - - -
62.5 100 0 - - - - + -
(o}
e
- 6 -g 125 97 3 - - - - + +
z 250 89 11 - - - - + +
~
500 83 17 + - - + + +
1000 73 27 h) + - + + +
2000 62 38 h) + - + + +

Concentration of 50% cell-growth inhibition : Not determined

NC : Negative control (DMSO)

a) RPD (relative population doubling) = PD (population doubling) of treated group/PD of negative control group x 100

b) Cell-growth inhibition rate was shown as 100 - RPD.

¢) Condition of cells was observed 1): at the end of the treatment and 2): at the end of incubation.

d) Color of culture medium was observed immediately after addition of the test solutions. Presence or absence of precipitates
was examined 1): immediately after addition of the test solution, 2): at the end of the treatment, 3): at the end of

e) -: Most of the cells were attached to the plates and grew as a monolayer. Their shape was normal.
+: A small number of cells were detached from the plate and floated in the culture medium. The shape of attached cells

was also altered.

f) -: No color changes

g) -: No precipitates
+: Presence of precipitates.

h) It was difficult to distinguish due to severe precipitation.
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Appendix 2 1,3,5-Triazine-2,4,6(1H,3H,5H)-trione, 1,3,5-tris(2,3-dibromopropyl)-: In vitro chromosomal
aberration test in cultured Chinese hamster cells
Results of the cell-growth inhibition test
[Short-term treatment: +S9 mix]

. .o d)
Study type ‘ ) Cell-growth Condition of cells®® Condition of culture medium
S Concentration [ RPD inhibition Precipitates )
9 | Treatment | (ug/mL) ) | fate (%) Color”
mix (h) o D 2) D 2) 3)
0 (NC) 100 0 - - - - - -
15.6 96 4 - - - - - -
31.3 100 0 - - - - - -
62.5 86 14 - - - - + -
(o}
+ 6 & 125 54 46 - - - - + +
<
z 250 34 66 + + - - + +
~
500 11 89 h) ++ - + + +
1000 6 94 h) +++ - + + +
2000 -12 112 h) +H+ - + + +

Concentration of 50% cell-growth inhibition : 150 pg/mL

NC : Negative control (DMSO)
a) RPD (relative population doubling) = PD (population doubling) of treated group/PD of negative control group x 100
b) Cell-growth inhibition rate was shown as 100 - RPD.
¢) Condition of cells was observed 1): at the end of the treatment and 2): at the end of incubation.
d) Color of culture medium was observed immediately after addition of the test solutions. Presence or absence of precipitates
was examined 1): immediately after addition of the test solution, 2): at the end of the treatment, 3): at the end of
e) -: Most of the cells were attached to the plates and grew as a monolayer. Their shape was normal.
+: A small number of cells were detached from the plate and floated in the culture medium. The shape of attached cells
was also altered.
++: Approximately half of cells were detached from the plate and floated in the culture medium. The shape of attached cells
was also altered.
+++: Most of the cells were detached from the plate and floated in the culture medium. The shape of attached cells was also
altered.
f) -: No color changes
g) -: No precipitates
+: Presence of precipitates.
h) It was difficult to distinguish due to severe precipitation.
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Appendix 3 1,3,5-Triazine-2,4,6(1H,3H,5H)-trione, 1,3,5-tris(2,3-dibromopropyl)-: In vitro chromosomal
aberration test in cultured Chinese hamster cells
Results of the cell-growth inhibition test
[Continuous treatment: 24h]

Study type ‘ , | cell-growtn Condition of culture medium ¢
Concentration | RPD inhibiti .. c.e) s g)
39 | Treatment nhibition | Condition of cells Precipitates
(ng/mL) (%) o/ b Color?
mix (h) rate (%) 1 2)
0 (NC) 100 0 - - - -
15.6 100 0 - - - -
31.3 95 5 - - - -
62.5 98 2 - - - +
2
Q
- 24 -g 125 105 -5 - - - +
E 250 73 27 - - - +
500 11 89 ++ - + +
1000 -120 220 h) - + +
2000 -195 295 h) - + +

Concentration of 50% cell-growth inhibition : 343 pg/mL

NC : Negative control (DMSO)
a) RPD (relative population doubling) = PD (population doubling) of treated group/PD of negative control group x 100
b) Cell-growth inhibition rate was shown as 100 - RPD.
¢) Condition of cells was observed at the end of the treatment.
d) Color of culture medium was observed immediately after addition of the test solutions. Presence or absence of precipitates
was examined 1): immediately after addition of the test solution, and 2): at the end of the incubation.
e) -: Most of the cells were attached to the plates and grew as a monolayer. Their shape was normal.
++: Approximately half of cells were detached from the plate and floated in the culture medium. The shape of attached cells
was also altered.
f) -: No color changes
g) -: No precipitates
+: Presence of precipitates.
h) It was difficult to distinguish due to severe precipitation.
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Appendix 4 1,3,5-Triazine-2,4,6(1H,3H,5H)-trione, 1,3,5-tris(2,3-dibromopropyl)-: In vitro chromosomal
aberration test in cultured Chinese hamster cells
Results of the chromosomal aberration test
[Short-term treatment: -S9 mix]

. .o d)
Study type . ) Cell-growth Condition of cells®® Condition of culture medium
S Concentration [ RPD inhibition Precipitates )
9 | Treatment | (ug/mL) ) | fate (%) Color”
mix (h) ° 1) 2) 1) 2) 3)
0 (NC) 100 0 - - - - - -
250 85 15 - - - - + +
(o}
2 | 500 83 17 + - - + n +
- 6 <
z 1000 66 34 h) + - + + +
~
2000 56 44 h) + - + + +
PC 75 25 - - - - - -

NC : Negative control (DMSO)
PC : Positive control (Mitomycin C: 0.075 pg/mL)
a) RPD (relative population doubling) = PD (population doubling) of treated group/PD of negative control group % 100
b) Cell-growth inhibition rate was shown as 100 - RPD.
¢) Condition of cells was observed 1): at the end of the treatment and 2): at the end of incubation.
d) Color of culture medium was observed immediately after addition of the test solutions. Presence or absence of precipitates
was examined 1): immediately after addition of the test solution, 2): at the end of the treatment, 3): at the end of
e) -: Most of the cells were attached to the plates and grew as a monolayer. Their shape was normal.
+: A small number of cells were detached from the plate and floated in the culture medium. The shape of attached cells
was also altered.
f) -: No color changes
g) -: No precipitates
+: Presence of precipitates.
h) It was difficult to distinguish due to severe precipitation.
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Appendix 5 1,3,5-Triazine-2,4,6(1H,3H,5H)-trione, 1,3,5-tris(2,3-dibromopropyl)-: In vitro chromosomal
aberration test in cultured Chinese hamster cells
Results of the chromosomal aberration test
[Short-term treatment: +S9 mix]

Study type . Cell-growth N 0o Condition of culture medium ¢
Concentration | RPD® | - hibiti Condition of cells — .
S9 | Treatment (ng/mL) %) mhibl 103 N Precipitates
mix | (h) rate (%) " Color
D 2) 1) 2) 3)
0 (NC) 100 0 - - - - - R
50.0 81 19 - - - - - -
100 60 40 - - - - + -
2
& 150 51 49 - - - - T +
+ 6 <
z | 200 44 56 + - - - + +
=
250 36 64 + + - - + +
300 -66 166 + + - - + +
PC 44 56 - - - - - -

NC : Negative control (DMSO)
PC : Positive control (Cyclophosphamide monohydrate: 14 ng/mL)
a) RPD (relative population doubling) = PD (population doubling) of treated group/PD of negative control group x 100
b) Cell-growth inhibition rate was shown as 100 - RPD.
¢) Condition of cells was observed 1): at the end of the treatment and 2): at the end of incubation.
d) Color of culture medium was observed immediately after addition of the test solutions. Presence or absence of precipitates
was examined 1): immediately after addition of the test solution, 2): at the end of the treatment, 3): at the end of
e) -: Most of the cells were attached to the plates and grew as a monolayer. Their shape was normal.
+: A small number of cells were detached from the plate and floated in the culture medium. The shape of attached cells
was also altered.
f) -: No color changes
g) -: No precipitates
+: Presence of precipitates.
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Appendix 6 1,3,5-Triazine-2,4,6(1H,3H,5H)-trione, 1,3,5-tris(2,3-dibromopropyl)-: In vitro chromosomal
aberration test in cultured Chinese hamster cells
Results of the chromosomal aberration test
[Continuous treatment: 24h]

Study type . , | cell-growtn Condition of culture medium ¢
Concentration | RPD inhibition |c .. ) .. 2)
39 | Treatment ondition of cells Precipitates
(ng/mL) (%) b) Color”
; h rate (%) olor
mix () 1) 2)
0 (NC) 100 0 - - - -
150 87 13 - - - +
200 82 18 - - - +
2
2 250 85 15 - - - +
- 24 5
z 300 79 21 + - - +
=
350 61 39 ++ - + +
400 43 57 ++ - + +
PC 76 24 - - - -

NC : Negative control (DMSO)
PC : Positive control (Mitomycin C: 0.050 pg/mL)
a) RPD (relative population doubling) = PD (population doubling) of treated group/PD of negative control group x 100
b) Cell-growth inhibition rate was shown as 100 - RPD.
¢) Condition of cells was observed at the end of the treatment.
d) Color of culture medium was observed immediately after addition of the test solutions. Presence or absence of precipitates
was examined 1): immediately after addition of the test solution, and 2): at the end of the incubation.
e) -: Most of the cells were attached to the plates and grew as a monolayer. Their shape was normal.
+: A small number of cells were detached from the plate and floated in the culture medium. The shape of attached cells
was also altered.
++: Approximately half of cells were detached from the plate and floated in the culture medium. The shape of attached cells
was also altered.
f) -: No color changes
g) -: No precipitates
+: Presence of precipitates.
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Appendix 7 1,3,5-Triazine-2,4,6(1H,3H,5H)-trione, 1,3,5-tris(2,3-dibromopropyl)-: In vitro chromosomal
aberration test in cultured Chinese hamster cells
Population doubling in the cell-growth inhibition test

[Short-term treatment: -S9 mix]

Study type Cell counts (XIO4 cells/mL)
Concentration .
S9 [Treatment (ug/mL) At the initiation of the At the end of the PD
mix (h) treatment incubation
0 (NC) 43 1.26
15.6 42 1.22
31.3 44 1.29
o 62.5 43 1.26
- 6 2| 125 18 42 1.22
<
2 250 39 1.12
[_4
500 37 1.04
1000 34 0.92
2000 31 0.78
[Short-term treatment: +S9 mix]
Study type Cell counts (x10* cells/mL)
Concentration —
S9 | Treatment (ug/mL) At the initiation of the At the end of the PD
mix (h) treatment incubation
0 (NC) 47 1.38
15.6 45 1.32
31.3 47 1.38
o 62.5 41 1.19
+ 6 2| 125 18 30 0.74
[
2 250 25 0.47
[_4
500 20 0.15
1000 19 0.08
2000 16 -0.17
[Continuous treatment: 24h]
Study type Cell counts (XIO4 cells/mL)
Concentration .
S9 [Treatment (ug/mL) At the initiation of the At the end of the PD
mix (h) treatment incubation
0 (NC) 45 1.32
15.6 45 1.32
31.3 43 1.26
o 62.5 44 1.29
- 24 2| 125 18 47 1.38
<
2 250 35 0.96
[_4
500 20 0.15
1000 6 -1.58
2000 3 -2.58

NC : Negative control (DMSO)

PD : Population doubling was determined as;
[log (cell counts at the time of end / cell counts at the time of start treatment)] / log 2
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Appendix 8

aberration test in cultured Chinese hamster cells
Population doubling in the chromosomal aberration test

[Short-term treatment: -S9 mix]

T-G604
1,3,5-Triazine-2,4,6(1H,3H,5H)-trione, 1,3,5-tris(2,3-dibromopropyl)-: In vitro chromosomal

Study type Cell counts (x10* cells/mL)
Concentration .
S9 [Treatment (ug/mL) At the initiation of the At the end of the PD
mix (h) treatment incubation
0 (NO) 48 1.34
° 250 42 1.14
Q
2 500 41 1.11
] 6 B 19
‘g 1000 35 0.88
=1 2000 32 0.75
PC (MMC) 38 1.00
[Short-term treatment: +S9 mix]
Study type Cell counts (><104 cells/mL)
Concentration .
S9 [Treatment (ug/mL) At the initiation of the At the end of the PD
mix (h) treatment incubation
0 (NC) 50 1.40
50.0 42 1.14
N 100 34 0.84
2| 150 31 0.71
+ 6 < 19
17 200 29 0.61
&
250 27 0.51
300 10 -0.93
PC (CP) 29 0.61
[Continuous treatment: 24h]
Study type Cell counts (><104 cells/mL)
Concentration .
S9 [Treatment (ug/mL) At the initiation of the At the end of the PD
mix (h) treatment incubation
0 (NC) 47 1.31
150 42 1.14
N 200 40 1.07
2 | 250 41 111
- 24 < 19
17 300 39 1.04
&
350 33 0.80
400 28 0.56
PC (MMC) 38 1.00
NC : Negative control (DMSO)
PC : Positive control (MMC; Mitomycin C, 0.075 or 0.050 ug/mL, CP; Cyclophosphamide monohydrate, 14 ug/mL)
PD : Population doubling was determined as;

[log (cell counts at the time of end / cell counts at the time of start treatment)] / log 2
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