T-G573

=
n

153 w5 B

2—{2= [ (2—=ZIZFIAZXIL) X2 T XD T2/ —):
FrA4_—RX - NLRAZ—IEBHBEZRAWNS in vitro 2B HREEHER

HERES T-G573

AR A TH]
2021 4F 11 A 22 H-2022 43 J 23 H

AR Y —F kX — HEERT
T156-0042 B RUER T H A KPR A 1-3-11

REBREGEH
JE A 55
T100-8916 HEH FACHXEN R 1-2-2

MBS R Y VS —F ko ¥ —
T151-0065 HAEHSBEA X KILHET 36-7



T-G573

1. GLPRE®RE

-

Eslg
JqiE

T-G573

2—{2— [ (2—x=F~F)) Fxv] = hdxv) =& ) —
NV F A ==K e NARAE—HERMIRE D in vitro Yt (R 5

?{E
&

AR
AR I UL T O GLP A ESF L CEELIZH DT,

. U AL S B 5 R D Al R & it 3 2 BB it i 12 B 3 5 JL e )
CERC 2343 H 31 B, AR 0331 85, Wik 23:03:-29 ®IESE 6 5. Bk
R 110331010 )

2022 4 3 4 23 H

PR BT A
AR VY —F & —  WRTZEET



3.1 B R T 6
3.2 B B B 6
3.3 SRR 6
3.4 TR BT D o o 6
3.4.1 GLP o 6
3.4.2 FMEBRBR T A R T A o e, 6
3.5 T R R e 6
3.6 T S BT e 6
3.7 A T B e 7
3.8 T B 0 e 7
3.9 B 0 7

i

3.10 B R R e 7
3.11 TRITDZENTERDPoTERBOGEHEMEICEELZ MITTERONDOH
AR R O R D 70 D o 72 T 7

3.12 B B R T e 7
3.13 B R T T D B oo, 9

R B 11
6.1 BRI K ONBEMESRT FRIET (TAIEE) o 11
6.1.1 B R 11
6.1.2 B PE G R (BRI ) o 12

6.2 BRI D R L 12
6.2.1 A B T T B 12

6.2.1.1 R T s 12
6.2.1.2 A T 12
6.2.2 e o R B w SR 12
6.2.2.1 T T e 12

6.2.2.2 A e 13

6.3 B PE R BRI L e 13
6.3.1 BEE RS BRI 1o 13
6.3.2 B PEREBEIIE 2 e 13
6.4 AR R MO DI BEE 14



T-G573

6.4.1 TR . 14
6.5 B 14
6.5.1 SO MIX ottt e 14
6.5.2 BE BRI .ot 15
T R R T 16
7.1 B OAR T A FEERDTEINE o 16
7.2 T B O B T e 16
7.2.1 L B BB BRIBR 16
7.2.2 e R R R 16
7.3 BB am B DS R GAF oo 17
7.4 BB TTVE oot 17
7.4.1 L B FE BRI BRIR 17
7.4.2 Geta R B BB 18
7.5 HAI FEPEIZ BRI T2 7 — 2 D FRIR it 19
7.6 Qe REE AR DBLER Lo, 19
7.6.1 BUERTME oo 19
7.6.2 et R BLH D OB oo 19
7.7 TIE TR AIT <. 20
7.8 BB AR N T e, 20
7.9 T B DM LT 21
710 BEFEERUBR ..o 21
8. R B e 21
8.1 FIIE BE BB BRER oo 21
8.2 et R BLHT SRR 21
8.3 FRIBR D FRNL oo 22
9. B B 22
| = PR 22
NTEH
Attachment 1 B AAE T (Z2TEME) 23
Attachment 2 Historical Data of the Chromosomal Aberration Tests in
CHL/TU CellS it 25
x
Table 1 Results of the chromosomal aberration test [Short-term
treatment: —S9 MIX].eiiiiii 26
Table 2 Results of the chromosomal aberration test [Short-term
treatment: +S9 MiIX] . oot 27



T-G573

Table 3
NE

Appendix 1
Appendix 2
Appendix 3
Appendix 4
Appendix 5
Appendix 6

Appendix 7
Appendix 8

EHEERELE

Results of the chromosomal aberration test [Continuous

treatment: 24h] ...

Results of the cell-growth inhibition test [Short-term

treatment: —S9 MiX]...oooiiiiiiii

Results of the cell-growth inhibition test [Short-term

treatment: +S9 MiX]...oooiiiiiii e

Results of the cell-growth inhibition test [Continuous

treatment: 24h] ...

Results of the chromosomal aberration test [Short-term

treatment: —S9 MiX] . ..oooiiiiiii e

Results of the chromosomal aberration test [Short-term

treatment: +S9 MiX]...oooiiiiiii

Results of the chromosomal aberration test [Continuous

treatment: 24h] .. ..o
Population doubling in the cell-growth inhibition test......

Population doubling in the chromosomal aberration test ..



T-G573

3. HAEBRIEHME
3.1 AmERES
T-G573

3.2 HERRE
2—{2—[(2—x=F~"FI)) FFv] = bhFo) =X ) —)V: Fyx [ =—
A e NDAZ —IEFEMRE AW D in vitro Yo (R B g 3R

3.3 HEE®
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4. EH

2—{2— [ (2—x=Fn~"FI)) FF2] = hF2) =& ) —)LOYORRE
FRELZBRANTEED, FrAf =—RX « NAAX—fliEEMESFME (CHL/IU) %
F 7= Yo iR B i B 2 F 0 L 7=,

Pk By RBROAEEZRET D720, 2000 ug/mL ZHmAEE L, LLTFAK 2
THR LA 8 HEZHE L, MIRBEmMERBR AT o7, T ORE R, M85 ] 5
I3, AR LR I TR AENE L O A HEICRI D 59 500 pg/mL LA oo BT, AL
HEYETIE 250 pg/mL L EOHET 50%LL E&27R Lo, S0% MRS HI B (ICso)
X, AR ALER vE o FERGEHE M L T 344 pg/mL . 4R ALE o EE L T
340 pg/mL, EFLIEE T 202 pg/mL ThHh o7z, LLEOFER LD | Yk BERBo
AL, R LR E CIERENEE O BICBE D 5T 450 pg/mL ZRmHAEL L,
PLFAE7 50 pg/mL TR U7 6 &4, R LRRTE TIE 300 pg/mL s &S L,
LIF%72 50 ng/mL THRIU 72 6 IEAZRE LT,

Yeto (R BLEBBR Tk, AR AEINHI RS S5 5% e R LB EREHEL L, A
B AL ER 1 0 FEAREHE MEIL T 350, 300 &Y 250 pg/mL, 45 HE AL B 0 o0 R BT 1
{ETiX 400, 350 T 300 pg/mL, HFALELVETIL 200, 150 &Y 100 pg/mL D% 3
MEZBE L, TOMR, LAKREERZT (TA) ROBWRTE (RFEEM & O
WNAEIIAERE) O HBLEE X DT O MBEIZ B W T b RRMEXHREE L O CHE Z1T
H ool

B, TNTORBIET, MBRRSLOERELT - Liz/on, RIBRITEYICER S
reEEZbNT,

UEDOFEEMNS, 2—{2— [ (2—==F~F)) 2] = bFy) =k )

—VIEARRBR S Tz W T, REafEEERE RO REEZFERE L2y () &
Aham L7z,
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5. &
2—{2—[(2—x=Fn~"FI)) FF¥] = bhFv) =& ) — LOIFHHE &
MmE WA RO REERREZELI-O T, TORBEEHRET S,

6. HERMH

6.1 WERYMERVEESEYME (F5)
6.1.1 WEBYME

LT OEHRIZIE GLP THEME S L7z iz iS5 <,

EH

Z2yi 2—{2—[(2—x=Fn~"FI)) FF] T hF)
=% /) —/v (¥ EHOEE)

B2 2-2-Q2-=TFNANF UL FIN)T hF UL S — )L

CAS &= : 1559-36-0

BN R S : (7)-97 (bFE)

A 1 O R M C

/\/\i\o/\/o\/\oH

51 : CH3(CH2)3CH(C2H5)CH20CH2CH20CH2CH20H

o1 : 218.33

S8l D IR O WK

B L/ T it 102°C

CIPAE : 136°C

R : 0.922 g/mL (20°C)

LhEE :0.917

Je 47 = : 1.442 (20°C/D)

B fil P [ B = A RONT ' R, KR
TRIRVERRFT OFE R, /KIZ 20.0 mg/mL TR, DMSO (Z
200 mg/mL THEMT 5 2 & 2R L7z,

oy hE S :

o : 99.7% (Capillary GC)

TRAF S C L. WA, B

R A7 715 D OREBERICANI, WIEEN (FFEHP 0 1°C~10°C, *E
BEIXFFRFEBENTH - 7)) ITRTF

B EoEE C EEBOWR A2 HSITATV., v A7 RHEIRS ., T
WSSO R REREZEMN L, BEOEMZ <, Y
Wntzix, B HEEZRSED, 9DBWVWET D,

TR A7 T D PEERE R AT
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72 TEMEHERR D WMERBRICHEH LB E o2 ML ERE T HICE
i S 7= EMERER (ORI AT N viE) OfE R
HHEFR L7 (Attachment 1)

PR Al D BBRWVE A 1 g 2 RAFREEE L TRFE LT,
PR i D AL R D ERRBROBRITIETEELEL,

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 : DLK4556

[EX eSS C =R

TR AT 55 BT o ORE AR M e AR

SR DRI BE D EBRME OWYEN BAFTH D | FIE, FEE WEILER

OB o T7, in vitro DEEMERRICIA BV S
NTEY, ¥RT7—4BREBEETHLHIZ ELERLT,

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

6.2.1 0 e 15 5ig 4 1 5t B
6.2.1.1 SRR AL

2mL DA AT T A THRWE 0.4000 g ZFFE L., @ EORE 22 TEfES
TEOLEIZEEEAZMA T 2mL & L, fem A &R GRRIRIE © 200 mg/mL) %
L7z, Tz, W CEMMICAIR (A 2) LT, 100, 50.0, 25.0, 12.5, 6.25,
33 WV 1.56 mg/mL K & L, GF8IREZFM L, ZoRFoME (MlmEiRE)
WZDOWTILE 7.2.1 THSH,

6.2.1.2 RREE
FIWF o R L R | BRI LA L7,

6.2.2 ZEAREEHAR
6.2.2.1 SRR AL

SmL DARAT T A |THEBRWE 02250 g R L., BEORBZ N2 CREMR S
TOLEICEEZMZ TSmL & L, S&emHEFKR GIRIEE  45.0 mg/mL) % iiH
L7z, THE, WEECHESEARNL T, 40.0, 35.0, 30.0, 25.0, 20.0, 15.0, 10.0 &
N 500mg/mLiEeE L, #H9OBEAZFAM L, 205 b, K% O IERHHE M

12
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b R OMRHE AL TiE 20.0~45.0 mg/mL @ 6 2 | i AL FLYE TlX 5.00~30.0 mg/mL
DOWELFEM L, ZOROME GHEZAZRE) IOV TIEE 722 HSMH,

1

6.2.2.2 SRS
PRI T8 L, AR 1 R AN L7,

6.3 G R E

UTD2o0bEWE R\, Zib OB B®E X A K7 A (OECD TG473)
THERR S, invitro REREFRBICESEAINTEBY, 7o, BRT—F0NEF
ThHIEMBT/IRLT,

6.3.1 Gt R E 1

3) ~A b~ATr (RENEMEEL)
4 : Mitomycin C (B&Fr : MMC)
CAS &= : 50-07-7
A =T — BT AV AR REERR A A
ny & : SKM6774
RAE SR RGNS
(EXE= 0 e

4)  MMC ¥R 0 7
FRFIZFR L 72,
MMC 1.0 mg Z@LE I L, ZHICARAER (AARERG, At KE
FITH vy MES KIC94) 2 mL M % CTHEM L. 0.5 mg/mL iFR & Lz,
ZOWRAEEBEBEER THEIZ 200 5N L T 2.5 ng/mLIEK & LT,

5) MMC ® &
FEFRALEE (RGBT L) T 0.075 pg/mL., EFEALELYE T 0.050 ug/mL &

L7,
6.3.2 EiExt BYE 2
) ¥7me7x2A77 I8 (RENEMHILAED)
Eap i : Cyclophosphamide monohydrate (H§F#: : CP)
CAS &= : 6055-19-2
K& c AR (97%LL 1)
A=) — DB BT AV ATOEHRER A
2y &S : SKE6784
R AF S Do,
[EXE= 00 ORE AR M AR

13
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2)

3)

6.4
YRR T T DMK IV A FZ 1 > (OECD TG473) THESE ST 2l o

CP 1Ak D 77 fl
KRR L 72,

CP14.0 mg ZFHL L7, ZHICABERER (A ARKE T S KRERSEK T8
7y hEE KIC94) % 20 mL X CTHME L. 0.70 mg/mL ¥K &2 i L 7=,

CPOH&

R TE  (REHEMEESR) T 14 pg/mL & L7,

ABRRRVZDERERH

—OTHY . invitro e EEEFEABRIASEA SN TEY . ERT—FNEETHD
ZEMBERLT,

6.4.1 0 e R

6.5
6.5.1
1)

i 4

feAa i
AFH
LS RER N

R IR ORI

B
S9 mix

S9

E2x i

A —TJ1—

N &

7y hE S

ok

R SN

Y E O

T v A ==K

N b A Z — il Sk O #RHE 2E
(CHL/IU)

1 201444 7 2 H
DM O RES IR (Vv — VIKENCHE LR O &

EHT D) . MIRMGIEER 15~20 FERILLN (S2HIME ;
15.8 BFfl) . Y RED 25 ROMIBEL 70%LL E, Yo
KB EIRERD SURMTHY, ~A4 27T X~ DiHY
MW ERER SN b DE W,

o P IR 0D SR M K S ) R T8 AR e

REH BT 13T H o 72 (FFAHEIPH :3~30 k) .

: S-9

D A =X VERRE TS
: 2mL/NA T v

: 21070204, 21080605

: SDRMET » b HThE

Tz /)N ESZ— )L (PB) KTY5,6-X Y 7 TR (BF)

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

BF : PB# 5 3 H HICHFRIEKENEE (80 mg/kg)

2021 7H2H (vy F&ER ;21070204)

202148 H 6 H (v F&ER ;21080605)

14
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2)

3)

6.

feli I R D 202241 H1TH (my RES 5 21070204)
20242 H 5 H (my &5 ;21080605)
W e - D7 - 1
IS SN : 218.7+9.0g (7 F&EE ;21070204)
208.7+9.6 g (7> &5 ; 21080605)
RIS ;W (=70°C LLF)
A5 T o BR AR AN R AR =
a7y JH—
4 PR : Cofactor C
A =T — D AV o VEER T ERAS K
W & . 4.7 mL//XA T L
7y hE&EE : C21070104, C21080405
fili JH A PR © 20214E 12 A31H (2y &5 ; C21070104)
20222 H3H (my &5 ; C21080405)
AR ;W (=70°C LLF)
TR AE 53 T D BRI R AR =
S9 mix D FHHE I %k
MR L7z, SO L aTyy s X —% 2:4.7 DEE (% 134 7)) TEENIZ
BALTSImix i L7, S9 mix Dk (1 mLH) %LLFIZRT,
7K : 0.7 mL
S9 : 0.3 mL
MgCl, : 5 umol
KCl : 33 pmol
J)a—A-6-Y U 5 umol
bl =aF o7 I RT7TF=0 VX7 LAF FY B (NADP)
: 4 pmol
HEPES #& ik (pH7.2)
: 4 umol
5.2 EER

Minimum Essential Medium (MEM)IZ3E){t L 72 “F1LiE (bovine serum. BS) % fx

PR 10v/V% E2 D X IR L7288 (10%BS-MEM) % ifH L 7=, Rtk
DEERFITETEEAFE L, 1EADNICHERA L,

1)

2 1Y
A —T— : Thermo Fisher Scientific Inc.
vy b3S : 2302627, 2261346
[EYEELE © I (=20°C LLT)
TR A7 55 T D BEAR A  R =

15
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2) Minimum Essential Medium (MEM)

A =T — : Thermo Fisher Scientific Inc.
vy b : 2276788, 2416802
[EYEELE RN

TR A7 55 DR

7. BRERAE
B ALERVE DN &2 DL T ISR,
ERFRAAEE (RETEYE L)
© S9 mix FELFELE T CTHERWE /xR E 6 Refj L, = o
% 10%BS-MEM 5548 1% T 18 Wil k5% ([BI1E K5 4%)
ERFRAEE (RETEMEE D)
: SO mix fF/E T CH B L/ xR W'E 6 Ref LB, = Dtk
10%BS-MEM £ #% % C 18 R ([r11E 55 4%)
HGE AL VE  (fUEHE M L L)
: S9 mix FEAFELE T CTHBRWE /5 A E 24 FEfA] AL

7.1 BERUVRTA FEKXRDOHEANE

RelIBRE 5. R - EER O EZ R T - BT Tl Lz, Ykl
HORATZ A NIZERIEICL2BEDTED, AREZLOERGIIHIC LT a— RE S
L L7 T7 L Tihl L7,

7.2 FAEDEE
7.2.1 iR Hoo 3 B8 410 1) 5 BR

FAPEIC BT 2 HEARET 2 B YTl e 53 /A0 e 8 58 50 11 K OV BRI RN
KD EIEMER OLA QLB OFEL TTe) Z2RE L 7o, il i 7/ A0 i 38 5E 4 i o
R S A A £E % %% (Population Doubling : PD) K OVH % ffl i ££ [ 5 %% (Relative
Population Doubling : RPD) 7 & & H 3 2 MR B e I K v #EE L7e (GRAIZES
741 HZMR)

EMAEZ, T4 F74 2 DHRAFWEFIR IR GIEIZHONT] I2ESn
T 2000 pg/mL & L7=, BLF. 24 2 TH LT 1000, 500, 250, 125, 62.5. 31.3 %
N 15.6 pg/mL 2 §% 1T, 8 HEZ K WBRBEIZERE LT,

PR AVERRE TN 2, A AL R RIS R BB & 5 LT T

7.2.2 ZEAREEHAR

e B i o BR D R R L M R R S A SR, AR R AL B T TR AEE A o0 f
2B 54 500 pg/mL LA Lo M & T, @k LB T 250 pg/mL YL EDOH & T 50%
PLEZR UTo, 50% 0 ia s A i il e & (ICso) 1, BRI ALEE 1k o JEREHE Mk T

16
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344 pg/mL. JEFEFRFEALEREE O REHE ML T 340 pg/mL, HEALELYE T 202 pg/mL TH
ST, BB, WTHOMEETYH, 500 ug/mL UL FOHE TIBIZA SN0 - 72,
UEDORER LY, kB ERBROAEL TROBYRE LT,

F o, BB E B ITN 2 T A& AL BRYE T A o BREE M OVBG M o R 2 5% LT 72,

UIBERTS W HIEE (pg/mL)
0 IRy TR AL 7k 450, 400, 350, 300, 250, 200
1 e AL BR Y 300, 250, 200, 150, 100. 50.0

7.3 EERBRBRUVIEESH

1) R
BBIZII ST AF vy 78O TL—F (v —1) ZHWE,
00 e S 20 1) B BR TS HE 1 R 4 (single culture : B 28 58 1 HE o> Al 2 2 0@ )
Yt R B H R CIXAHE 3 R (triplicate culture : 2 SR ¥ & Yo A AREEAVERLA |
| RH & BB/ & TREOMBEEREH) & L,
F o, AR FEM G RBR L O R R ERBRE L, IS 17 v — k& AL PR B
bEIRF O MR EEHIEH & LT L7z,

2) EEESAF
JEJE 37°C, MK O 5%C0, F CTH#& L7z,

7.4 IR Ak

7.4.1 0 e 15 Big 400 1 5t B

REHEAED 9B 1) ~ 5)DEIEIC W TIE, EEHEEE T CEM L 7=,

1) TV~F(ﬁ%ﬁ5mm)%t@ZMW@@%W%%@L\3H%%%LKO

2) i3 HARIC, BISIACFEZEBESEE T CHIR OMRRBIC R E N WD L AR LT,

3) ?%u%of\%ﬁﬂ%n \kﬁﬁ%MXi%ﬁ%\@éw@s9mx%%
muiz,
F 7o, ALELBRAARFHIIR R ERE A O 7 L — h 1 IOV T, 0.25%trypsin ZLFE %
WHBRE A B U, i BREH A 2 OV CALBEBR AR IR Ol IR B = I E L 72,

. S PR ) AL TR 9 o .
WA RATEIELIEL | ORI PRI
HEKRERE 0.050 mL 0.883 mL 0.050 mL
S9 mix ¥ & 0.833 mL
(S9 B Ak iR ) (1.079 mg/mL)
o 4 HEL IR S 1 e 0.050 mL 0.050 mL 0.050 mL
RN &

4)  EEEMEE I, MIE RGO @M IR TEE L, E, B R ERREE T
TUROAMABE L, 0%, MIFELMIE T 6 I, MHLERIE T 24

17
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e Rs & (L) L7z,

5) JFERFRABRIETIX, 6 FER] OB BINLALF ZEBEMEE T CIRE oA M L o
RREZBIZ Lz, IRWT, ABEEERIE & #5C. 2% Mg oA BL A 16 ik T ia %
Ve L. LV 10%BS-MEM E5#{% 5.0 mL Z N 2 C 18 Beflks & (RIEE#%)
L7,

6) FEEM TRIC, BISLALFEZEBEIREE N CILE oA & iR oMk E A Bl LT,

7) WWT, é%:?L/~—}\éf()2596trypsul'C&&i%l,'CﬁmW7%a[]H21/\ 1 BRF A% 2
VN THEFR I T R O M R IR 2 & I E L 7,

8) JLEEBAAAIF R OB TRFOMIREEN S, RO 1 L 2 12V, &8 D PD
J OYRPD ZH L7,

log (&M T WO MR E +— ALERBE 46 HF OO Ml i i )

PD =

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

9) RPD » L HIAEBEGEINHI % (=100-RPD) A H L7z, AAEHEFEMH =23 50%LL F
ODHENALNTZTZD, 50% %t 2 SMOEHRENL, ICso R LT,

142 Z2EAEEHR

1) FHTA41HD 1) ~2) LR CEEEZIT> - (BB OMBEENTE 2 &T) .

2) TFTRIWE-ST, BBKAREL, BIESREK, SRESUIGESRIR, &2 Wik
SO mix Z WAL, FLBEEEIZI T D NHEETRK L LTz,

e S I [ AL B U N ,
)L w e LRy
IR TRAHTE PEILE L RATE LA D IR
S 0.050 mL 0.883 mL 0.050 mL
SR PR S B (0.150 mL)* (0.933 mL)* (0.100 mL)*
S9 mix I & 0.833 mL
(S9 B Ak iR ) (1.074 mg/mL)
&Vt R ik 5
o A XF B L 1545 0.050 mL 0.050 mL 0.050 mL
RSN
P 1 HE MMC: 0.150 mL CP: 0.100 mL MMC: 0.100 mL
RN &
* o BEMEX R C O RIRREE
3) HT74.1HD 4)~5) LRI UEIEEZIT-7- (UELE % K ORI T O 6 KEfH

BRERRORBR L MEOBZELET)
L, FH2HMORAHRIEAMERA T L — MMZoWn T, BERKT O 2 KfH
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AHZaLEI N (FALY R, 10 pg/mL) % 0.1 mL X 72,

4) HEERETHR, FRER2HKORCEERE-RHA T L — MZoW T, LTFOFEIET
PR EER LTz, e fREmARIE T L— Y720 2 BERIL 72,
0.25% trypsin QLERTLIZHIME Z B L, 0.075 M ¥ bW U o AR K 15 2y K
BALEE U 72, v THEER (A F VT v a—)V/EEE, 3/1, v/v) THEE L=,
BELZMEZ AT A R A IO 2T FL, BELZOLX LAY
ECyeta L CREEIERE LT,

5) BHOKLVOIKOTL—F HEERER 7L — 1) 2#HWTREYOH &
K OHIa OIRBEA R LT, RWT, B 7.4.1HD 7) L' 8) ®FJET PD. RPD
B ONH Fed 358 G 0 1) 3 % B L 72

7.5 HMREEsSEICEAET S T —2DXRT
AACVREE . RPD K ONHUARESEIN G =R 1%, U A L 0 B FE R, PD TS A
WLV BEFE2METR AL, £, ICso lTAN B FINTCTER L,

7.6 Z2RAFERDEHE
7.6.1 HEFIE

P RN R B L, SRk E— REL2 OB ha AT 28 A7 524 #5150 /i
ZUAMEE T (53 : x600) THHE 300 & (2 RFIx150 #/R5]) BlEL, HBERF O
L B AR OMEO BB EZF L., HBEEAHE N Lo, FRICERTE (FH
KR ORI 2 X3 L Citd %) oHBEEEHEL, HEARZEH L, 8
BIXERIBEICEVITo T,

Fa i S FRBE S ONBG I ok FRBE 1 42 CBLER U7o, HR BRI AVEBRAE 13, 5Tl i 138 B0k 70 1) 26 203
55+ 5% R LicHEERGHEE Lz 3 A&, 372bb, EREHEAEEOIFERBNE
ML TIX 350, 300 & TN 250 pg/mL, FGRFRELERVE O REHE ML TIX 400, 350 XY
300 pg/mL, #EFALEYETIX 200, 150 LTV 100 pg/mL ZBILE L 7=,

7.6.2 2EREEDODHE
QR BREIIMIERT LR FIZRNL, MERFTECUTOLIICESE - 77
L7, b, MERFEIZOWTIE, Fv v 725056 (Total number of cells with
aberration including gap : TAG) & & £ 72\ 54 (Total number of cells with aberration
excluding gap : TA) 24717 THEFHL 7=,
1) MEIEREE
Xy v (g) s Qe R (ctg) B VR AR (csg) I BT DX v v 7 &
XGRS R O R AR 12 G B o3 R OB LT C IR 72 3k
et L NBOLNDHH D
Ye b Sy (KRBT (ctb) : WA NG RO EEHE L2 ST Tund b0 kD
GBI S G A R D R B2 - Th FEGL AT
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MO I DY IERDOIELL FIZHLTWD b D

et iy KRz i (cte) @ 2 HATLLETA LU NHAEICHESE T R TH
0| et RN ASHL & QA R ASHIZ 0 T & D, TUHUH
Wzt =R ER D D

Qeta KRG Wr (esb) 0 0 HAIE otb ICHES D L AIRAL AN B (LR O (R R b 720>
DI T TEBYVEIFENREDO NN E DK OIERE
WAL DY AR D[R AR B2 > T IEREEL O R S
DYEAGEOEU EIZEWS D

Yuta (R 22 Hi (cse) D BRI AR L YRR R T E D, B ARG
AR, RIRPEOERREDRH D

Z O fhi(other) Wi b(fre) e ERNH D

2) BRE

Qe KBS, ZOMBRBARF; > TWDEAOH (CfEK) L8R, FinL

HD BRI, 45K L)

5 EtE o fEEERMAE (polyploid cell)
BENEMOMAL (cells with endoreduplicated

chromosomes)

7.7 Rt fE AT

ENENORBEET LT, ¥y v T2 HERVIEE (TA) OREAEBERE AT
AR OKBEEE . AR E 2 AT A (R EEM L X O NS IR 0 &5 Ok
BEEEIZDUWNT, LU OREHRNT 21T o 7o, B2V B & # B  B AL B ] C Fisher @
E MR FEIEIC L D3R (BEAYE  0.05, ) 21T7-o7, WTLOWWEET
G ERY B AL R I BN A S o 7272 ¥, Cochran Armitage O [7] 1% &

(AEKHE £ 0.05, FMHID 135k LaerrosT,

F o, Qe SRS B T O W TR, R FREE & G YERTIREE & O T Fisher DIE
Pete RETHFIEIC L DRt (A EAKYE £ 0.05, A =477,

W ORE b Z R THEIT DN T O LM L7,

7.8 BRI B
PLTFIWCARTE2TORELT- LIzGE., Rk &5,

1) BLERELHENIHEUEHDZ &

2) PEMEXER IR DR R O HBLEN | RSB 27— % D 95%%E Bl
PHN (Mean + 1.96 SD) THDH Z &

3)  BEMERTRREEIC T D YRR s B O BB S . FRMERTIREE L N TH B R
maER4Z &

4) b (%) BRICHE RO LN &
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7.9 HROHEEE
UTORETOEREZ-THE . B E I AR R SOT B R (5
HERE M OB N RS AR L) 55 8 i’%ﬁ?‘é (IKE M) EHIET D,
1) D Eb 1 OOWBRYEIRERIZI T D YR B HBUBEE D | M R &
ERTHEREMEZ R
2)  EFELOHINMIZIL Cochran Armitage O AR E CTH E R HEERGFEDR A LN D
3) HIINZIR U TR B I RO BRSPS 5o 7 — & D 95% %8 PR i [
HTh D

7 10 n,L,\n-t%ﬁ
e al BRI T L 72 o 72,

8. HERFHER
8.1 0 e 18 g 400 1 &t BR
fiti & % Appendix 1~3, Appendix 7 |{Z/x L7=,
1) EREOGHE
TRTONBECTERBIKOAREZLITRD b ol
2) Ik
T RCOMBLE T, WBRIKRIMER 21X 1000 pg/mL LL Lo & TIRENRD 5
iz, 728, 1000 pg/mL TITAEKE TRICIZWETA N2 o T,
2000 pg/mL CIXAEAL TIRFIZ & UL S A DAV 23| SR IRE [ AL BRAE O [R148 5% 4% #&
THRIZEA LR Ieo T,
3) Ak EME
A E0 HE G A A R0 R R AL PR CUIARBIE M b O A TR > 5 9 500 pg/mL LA
FOMHET, EELIETIE 250 pg/mL DLEDOHET 50%LL EZ /R L7z, ICso
L R AL ER ik o FEEHE ML T 344 pg/mL, AR ALER 1k o R ML T
340 pg/mL, #EFHEALIREE T 202 pg/mL Th > 72,

8.2 Z2EAEEHR
#t Bt % Table 1~3, Appendix 4~6 & O Appendix 8 {2/~ L7z,

1) EREOGHE
TRTONBETERBIKOGREZITRD b d iz,

2) Ik
TN TOMLBETHRBIIR D b o T,

3) ML EEE
AR G P SR 0, AR R AL B 1 o FE RGNS PEAE T 350 pg/mL LA b BLIRRRETAL
PREORFHEMEAL TIE 400 pg/mL BL B JH & T, dfe AL PR TIE 200 pg/mL LAk
DOH&ETS50% FE R LT,
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4) BIERER

Yeto R s B (TA) o M BUBE S (3, BREREALER 15 o FEREHE ML T 350, 300
SOV 250 pg/mL OHET 3, 1 KO 1, FRERHLEEE O RS ML TIE 400, 350
K ON300 pg/mL OFET2, 1 KOV, @ ALBELE T 200, 150 XY 100 pg/mL
OHET 1, 2 KW 2 THY ., it d DML OMICHEEZITR LIV N
27,

B FLE o BB I, R AL B R o FERGEHE L TiX 350, 300 &Y
250 pg/mL O A& T 2, 1 KO 2, MEREMAHEEO KBS TIX 400, 350 K
300 pg/mL O HET 3, 3 KOV 2, #FEALELTE TIX 200, 150 &Y 100 ug/mL @ H
ET3. I A1 THY ST DML OMICAEBEZIZA Lo T,

8.3 HER DRI
T RTCOMNEET, 7.8 HOKEHEZW - Lz, RABRIXE I
bz,

(B
M
&

Shi-&Ex

9. EXE

2—{2— [ (2—=FN~"FI)) FFT] = hF2) =& ) —)LOYARRE
FRELZBANTEED, Fr A =—RX « NAAX—fliEEMESFEME (CHL/IU) %
F 7= Yo iR B B 2 F 0 L 7=,

Yuta (K BERBR ClT. MBS INHI RN 55+ 5% a2 R LE-ABaRkmAEL L, A
IR AL ER V5 0 FEARETE PRI T 350, 300 & O 250 pg/mL, 0 IRF FE] AL BR YL oD AR P
{ETI% 400, 350 T 300 pg/mL, HHFALELVETIL 200, 150 & 100 pg/mL D4 3
MEZBE L, TOMER, JaAEERY (TA) ROEWRE (MM L O
WNAEINARRE) O HBUBEE T THOMEEICB W T H ST L O THEEIT
B ol,

10. %55

2—{2—[(2—x=Fn~"FIn) AFV] = bFT) 28— VITARBREMET
CBWT, ROEBERELUCBNRT 278 LRy (B Lfm L,
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T-G573
Attachment 1 (1/2)

HAEEER S : TG573-ZEM-1/2
SERRIEE

2— (2= [ (2—IFNAXIL) A#F2] T FD) ZH8/—0
DEREME (HERMEDOFERER)

RRE = : T-G573

WBRME 29— {2 —[(2—ZFAAFIL)FFL] T FFT)
T & ) —)v

2y hEF :

PRAF S C MR, BT, BH

N9 : BRREER Y VY —F R F— BB

HEH : 202148 26 H (FetEEEBR., RABREFF A-3309)
202243 H 10 B (ZEMERR)

B EEE D RAMRIR AT RV (ATR #5)

) 7B B v : BEMDOASRT MU EHBEOARS A DEEL,[F

% (ERFEPIZOWT, [E— O EIL I AR D58 E Dl
INZEDB) ThdHZ &,

ik B L EEMRBRICCEBOLNTEANRY M LRE%Tho T,
TR A 27 P AR A — DI RT,

B .|

GLP s THBEEMES R LIRR L T 5 R % 1 B

FTAHEAE | (ERR2343 A 31 H AR 03315 8 5,
SRR 23-03-29 RE 6 B, BRIRMAEFE 110331010 =)

7 2

LEOTRIEH
KRS HER SV —F v & — HBREHER

D2—{2=-[(2—=Fn~"FIN) FFY] mbFV} =) —)b: Kk
EOREHERBRIL I GC HEERAWEHERRTRENEENY T —va Y EY
REERR (BE: a—vil) (RKRESHERY VI —F &0 & — HEBEHZR.
RRE S A-3309)
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Attachment 1 (2/2)

AR ER S . TG573-LEM:-2/2
HERREE
2— (2= [ (2—IFNAFUL) #FI] T rFV) TR/ —0
DREN HBRYEDERAR)

RBRE T : T-G573

KRB (REREE A-3309)
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T-G573
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 2-{2-[(2-Ethylhexyl)oxy]ethoxy}ethanol: In vitro chromosomal aberration test in cultured Chinese hamster cells
Results of the chromosomal aberration test [Short-term treatment: -S9 mix]

T-G573

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 c 0, d : -
® mix  (ug/mL) Cells ctb cte csb cse other TA g TAG %) Cells”  Polyploid duplicated  Total
observed observed cell cell

1 150 0 0 0 0 0 0 0 0 1 152 2 0 2

NC 2 150 1 0 0 0 0 1 0 1 100 2 151 1 0 1
Total 300 1(0.3) 0(0.0) 0(0.0) 0(0.0) 0(0.0) 1(0.3) 0(0.0) 1(0.3) Total 303 3(1.0) 0(0.0) 3(1.0)

1 150 1 0 0 0 0 1 0 1 1 152 2 0 2

250 2 150 0 0 0 0 0 0 0 98 2 150 0 0 0
Total 300 1(0.3) 0(0.0) 0(0.0) 0(0.0) 0(0.0) 1(0.3) 0(0.0) 1(0.3) Total 302 2(0.7) 0(0.0) 2(0.7)

1 150 1 0 0 0 0 1 0 1 1 150 0 0 0

6 - 300 2 150 0 0 0 0 0 0 0 0 89 2 151 1 0 1
Total 300 1(0.3) 0(0.0) 0(0.0) 0(0.0) 0(0.0) 1(0.3) 0(0.0) 1(0.3) Total 301 1(0.3) 0(0.0) 1(0.3)

1 150 1 0 0 0 0 1 0 1 1 151 1 0 1

350 2 150 1 1 0 0 0 2 0 2 46 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 302 2(0.7) 0(0.0) 2(0.7)

1 150 7 17 1 0 0 24 0 24 1 150 0 0 0

PC 2 150 2 21 0 0 0 23 0 23 75 2 151 1 0 1
Total 300 9(3.0) 38(12.7) 1(0.3) 0(0.0) 0(0.0)  47*%(15.7) 0(0.0) 47(15.7) Total 301 1(0.3) 0(0.0) 1(0.3)

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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T-G573
Table 2 2-{2-[(2-Ethylhexyl)oxy]ethoxy}ethanol: 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 0 0 0 0 0 0 0 0 1 150 0 0

NC 2 150 0 1 0 0 0 1 0 1 100 2 151 1 0 1
Total 300 0(0.0) 1(0.3) 0(0.0) 0(0.0) 0(0.0) 1(0.3) 0(0.0) 1(0.3) Total 301 1(0.3) 0(0.0) 1(0.3)

1 150 0 0 0 0 0 0 0 0 1 151 1 0 1

300 2 150 1 0 0 0 0 1 0 1 82 2 151 1 0 1
Total 300 1(0.3) 0(0.0) 0(0.0) 0(0.0) 0(0.0) 1(0.3) 0(0.0) 1(0.3) Total 302 2(0.7) 0(0.0) 2(0.7)

1 150 0 1 0 0 0 1 0 1 1 151 1 0 1

6 + 350 2 150 0 0 0 0 0 0 0 0 77 2 152 2 0 2
Total 300 0(0.0) 1(0.3) 0(0.0) 0(0.0) 0(0.0) 1(0.3) 0(0.0) 1(0.3) Total 303 3(1.0) 0(0.0) 3(1.0)

1 150 0 1 0 0 0 1 0 1 1 151 1 0 1

400 2 150 0 1 0 0 0 1 0 1 48 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 303 3(1.0) 0(0.0) 3(1.0)

1 150 3 80 0 0 0 82 0 82 1 150 0 0 0

PC 2 150 8 87 0 0 0 89 0 89 54 2 150 0 0 0
Total 300 11(3.7) 167(55.7) 0(0.0) 0(0.0) 0(0.0) 171*(57.0) 0(0.0) 171(57.0) 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)
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T-G573
Table 3 2-{2-[(2-Ethylhexyl)oxy]ethoxy}ethanol: In vitro chromosomal aberration test in cultured Chinese hamster cells
Results of the chromosomal aberration test [Continuous treatment: 24h]

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 c 0, d : -
® mix  (ng/mL) Cells ctb cte csb cse other TA g TAG %) Cells”  Polyploid duplicated  Total
observed observed cell cell

1 150 0 0 0 0 0 0 0 0 1 151 1 0 1

NC 2 150 0 1 0 0 0 1 0 1 100 2 152 2 0 2
Total 300 0(0.0) 1(0.3) 0(0.0) 0(0.0) 0(0.0) 1(0.3) 0(0.0) 1(0.3) Total 303 3(1.0) 0(0.0) 3(1.0)

1 150 1 1 0 0 0 2 0 2 1 150 0 0 0

100 2 150 0 0 0 0 0 0 0 0 94 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 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

24 - 150 2 150 0 1 0 0 0 1 0 1 78 2 150 0 0 0
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 0 0 0 0 0 0 0 1 152 2 0 2

200 2 150 0 1 0 0 0 1 0 1 45 2 151 1 0 1
Total 300 0(0.0) 1(0.3) 0(0.0) 0(0.0) 0(0.0) 1(0.3) 0(0.0) 1(0.3) Total 303 3(1.0) 0(0.0) 3(1.0)

1 150 2 26 0 0 0 28 0 28 1 150 0 0 0

PC 2 150 3 24 0 0 0 27 0 27 78 2 150 0 0 0
Total 300 5(1.7)  50(16.7)  0(0.0) 0(0.0) 0(0.0) 55*%(18.3) 0(0.0) 55(18.3) 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, 0.050 pg/mL)

RPD: Relative population doubling

*:p <0.05 (significantly different from the negative control by Fisher’s exact test)
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Appendix 1 2-{2-[(2-Ethylhexyl)oxy]ethoxy}ethanol:/n 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 - - - - - -
31.3 100 0 - - - - - -
62.5 97 3 - - - - - -
2
Q
- 6 -g 125 100 0 - - - - - -
z 250 80 20 + + - - - -
~
500 h) h) =+ TOX - - - -
1000 h) h) TOX TOX - + - -
2000 h) h) TOX TOX - + + -

Concentration of 50% cell-growth inhibition : 344 ng/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.
+++: Most of the cells were detached from the plate and floated in the culture medium. The shape of attached cells was also
altered.
TOX: There existed few cells attached to the plate and almost all cells were detached and/or dead.
f) -: No color changes
g) -: No precipitates
+: Presence of precipitates.
h) RPD and cell-growth inhibition rate could not be calculated because the number of cells was zero.
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T-G573
Appendix 2 2-{2-[(2-Ethylhexyl)oxy]ethoxy}ethanol:/n 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 - - - - - -
15.6 100 0 - - - - - -
31.3 100 0 - - - - - -
62.5 102 -2 - - - - - -
2
Q
+ 6 -g 125 100 0 - - - - - -
E 250 78 22 - + - - - -
500 h) h) ++ TOX - - - -
1000 h) h) TOX TOX - + - -
2000 h) h) TOX TOX - + + -

Concentration of 50% cell-growth inhibition : 340 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.
TOX: There existed few cells attached to the plate and almost all cells were detached and/or dead.
f) -: No color changes
g) -: No precipitates
+: Presence of precipitates.
h) RPD and cell-growth inhibition rate could not be calculated because the number of cells was zero.
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Appendix 3 2-{2-[(2-Ethylhexyl)oxy]ethoxy}ethanol: /n 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 .. ) . 2
S9 | Treatment N inhibition | Condition of cells Precipitates
. (ng/mL) (%) L) Color”
mix (h) rate (%) 1 2)
0 (NC) 100 0 - - - -
15.6 103 -3 - - - -
31.3 100 0 - - - -
62.5 80 20 - - - -
L
Q
- 24 -g 125 80 20 - - - -
z 250 31 69 + - - -
H
500 h) h) TOX - - -
1000 h) h) TOX - + -
2000 h) h) TOX - + +

Concentration of 50% cell-growth inhibition : 202 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.

+: A small number of cells were detached from the plate and floated in the culture medium. The shape of attached cells
was also altered.

TOX:
f) -

No color changes

g) -: No precipitates

+: Presence of precipitates.

h) RPD and cell-growth inhibition rate could not be calculated because the number of cells was zero.
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There existed few cells attached to the plate and almost all cells were detached and/or dead.
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Appendix 4 2-{2-[(2-Ethylhexyl)oxy]ethoxy}ethanol: /n 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) o D 2) D 2) 3)
0 (NC) 100 0 - - - - - -
200 104 -4 - - - - - -
250 98 2 - - - - - -
<
Q
g 300 89 11 + - - - - -
- 6 <
2 350 46 54 + + - - - -
=
400 -145 245 -+ +++ - - - -
450 h) h) ++ TOX - - - -
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.
+++: Most of the cells were detached from the plate and floated in the culture medium. The shape of attached cells was also
altered.
TOX: There existed few cells attached to the plate and almost all cells were detached and/or dead.
f) -: No color changes
g) -: No precipitates
h) RPD and cell-growth inhibition rate could not be calculated because the number of cells was zero.
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Appendix 5 2-{2-[(2-Ethylhexyl)oxy]ethoxy}ethanol: /n 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 o Condition of culture medium ¥
Concentration | RPD® | - hibiti Condition of cells — .
S9 | Treatment (ug/mL) % Inhibition N Precipitates
- N He o) | Late %) Color
mix | (h) 1) 2) 1) 2) 3)
0 (NC) 100 0 - - . . . i
200 99 1 - - - - - -
250 100 0 - - - - - -
2
2 300 82 18 + - . - - _
+ 6 5
2 350 77 23 + - _ _ _ i
=
400 48 52 ++ + - - - -
450 10 90 +H+ ++ - - - -
PC 54 46 - - - - - -

NC : Negative control (DMSO)
PC : Positive control (Cyclophosphamide monohydrate: 14 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 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

e) -: Most of the cells were attached to the plates and grew as a monolayer. Their shape was normal.

o+

g -

++:

was examined 1): immediately after addition of the test solution, 2): at the end of the treatment, 3): at the end of

+: A small number of cells were detached from the plate and floated in the culture medium. The shape of attached cells
was also altered.

was also altered.

altered.

: No color changes
No precipitates
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Approximately half of cells were detached from the plate and floated in the culture medium. The shape of attached cells

Most of the cells were detached from the plate and floated in the culture medium. The shape of attached cells was also
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Appendix 6  2-{2-[(2-Ethylhexyl)oxy]ethoxy}ethanol: /n vitro chromosomal aberration test in cultured Chinese
hamster cells
Results of the chromosomal aberration test
[Continuous treatment: 24h]
Study type . Cell-growth Condition of culture medium ¢
Concentration | RPD ¥ S .. ) . )
S9 | Treatment JmL N inhibition |Condition of cells ® Precipitates
i (ng/mL) (%) o) ¥ Color”
mix (h) rate (%) D 2
0 (NC) 100 0 - - - -
50.0 100 0 - - - -
100 94 6 - - - -
2
= 150 78 22 - - - -
- 24 5
z | 200 45 55 - - - -
=
250 30 70 + - - -
300 5 95 ++ - - -
PC 78 22 - - - -

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) -
g -

No color changes
No precipitates
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2-{2-[(2-Ethylhexyl)oxy]ethoxy}ethanol:/n 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 (x 10* cells/mL)
Concentration .
S9 |Treatment (ug/mL) At the initiation of the At the end of the PD
mix (h) treatment incubation
0 (NO) 38 1.25
15.6 37 1.21
313 38 1.25
2 63.0 37 1.21
- 6 2| 125 16 38 1.25
<
7 | 250 32 1.00
= 500 0 a)
1000 0 a)
2000 a)
[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) 39 1.29
15.6 39 1.29
31.3 39 1.29
o 63.0 40 1.32
+ 6 g | 125 16 39 1.29
<
;3 250 32 1.00
500 a)
1000 0 a)
2000 a)
[Continuous treatment: 24h]
Study type Cell counts (x 10* cells/mL)
Concentration .
S9 |Treatment (ug/mL) At the initiation of the At the end of the PD
mix (h) treatment incubation
0 (NO) 38 1.25
15.6 39 1.29
31.3 38 1.25
2 63.0 32 1.00
- 24 2| 125 16 32 1.00
<
;3 250 21 0.39
500 a)
1000 0 a)
2000 0 a)

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

a) PD could not be calculated because the number of cells was zero.
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Appendix 8 2-{2-[(2-Ethylhexyl)oxy]ethoxy}ethanol:/n vitro chromosomal aberration test in cultured
Chinese hamster cells
Population doubling in the chromosomal aberration test

[Short-term treatment: -S9 mix]

Study type Cell counts (x 10* cells/mL)
Concentration .
S9 |Treatment (ug/mL) At the initiation of the At the end of the PD
mix (h) treatment incubation
0 (NO) 52 1.38
200 54 1.43
o 250 51 1.35
£ | 300 47 1.23
- 6 =} 20
7 350 31 0.63
e
400 5 -2.00
450 0 a)
PC (MMC) 41 1.04
[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) 54 143
200 53 1.41
o 250 54 1.43
2 | 300 45 1.17
+ 6 < 20
2 350 43 1.10
&
400 32 0.68
450 22 0.14
PC (CP) 34 0.77
[Continuous treatment: 24h]
Study type Cell counts (x 10* cells/mL)
Concentration .
S9 |Treatment (ug/mL) At the initiation of the At the end of the PD
mix (h) treatment incubation
0 (NO) 53 1.41
50.0 53 1.41
o | 100 50 1.32
2 | 150 43 1.10
- 24 =} 20
7 200 31 0.63
e
250 27 0.43
300 21 0.07
PC (MMC) 43 1.10

NC : Negative control (DMSO)
PC : Positive control (MMC; Mitomycin C, 0.075 or 0.050 pg/mL, CP; Cyclophosphamide monohydrate, 14 pg/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

a) PD could not be calculated because the number of cells was zero.
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