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6.1 HEMERUVFE
6.1.1 wWEME

E2xin : 2A4-CAFNRB U AR BT R T A

B4 : 2,4-Dimethylbenzenesulfonic  Acid Sodium  Salt
Monohydrate

CAS & : 827-21-4

BWAREIRE S (3)-1909 ({L3& %)

S EeIN 52V

SOMa
CH;,
HL0
CHa,

7+ : C8H9NaO3S - H20

SRR S : 208.21

WERRIRAEE (20°C)

: FEEEN

JEAR : it fm ~ Ay R

@ : Hfa~Z< 93T 0niEam

2y EE : U6BHB

ﬁf(%ﬁ/@ﬁ%)

: 99.0 %

A S : WEEAT (N, FFAME : 1~10°C, FEHEME : 2.1 ~
11.5°C*, 201549 H 15 H ~20164:2 H 17 H) .
by

TR AT 5 BT : HRHEIERT R E R =
G ZERT i =

7 E M : %%%7% AR V=T ¥ — #HEE

LT CHER M E O & TEME A fERE LTz,
B EovEE : fFééé%O)ﬁﬁix%Eﬁ*ﬁ? ATV, w27 (RERSE, R

FREOWE 2 RERELZFH L, BEEOEMZL <,
BN ZIT, F,ASELZRIED, 2P0 ET5,
i F# O ALt : ﬁ%%@%%ﬁ\%@ﬁﬁ%T%éT%ﬁbko
*W%%T%f%ﬁ¢@ﬁﬂmﬁ BT, EmiREN 11.5°C L HFREZ LEl-72h, ZoRE
MEELTEONERKTHTHD 20164E2H THTHDHZ &, ERKTHROMBYE 0L EMER
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BRICBWT, BETHoTZERMREINTWDLZ G, RRBRICH T2 8T H) - 72 LY b
L7,

6.1.2 Py

i : HEST K

oy &5 : 5F84N

R IT : (# K % B T35

IR A7 1% : £

A5 T : HORHFZERT 55 2% Al o el =
6.1.3 BEOREFER

HEEARTRAER O R S K ImL IZHBRYE 21.0mg 2T 122 &b Wi
ELTEHMAKEMRWDZE L LT,

6.1.4 A AE

6.1.4.1 0 e 15 Big 400 1 5t B

WERM'E 02100 g% 10 mL A A7 7 ALz, WHAERML, W L%
I, AAT v 7 L THRERED 21.0 mg/mL #784E (7L — FIZ 0.500 mL R0 L 72 B
DR £ 2100 pg/mL) ZFRE L7, ®WT, 21.0 mg/mL #8RIEZ Ak 2 (%1
FEDOYLERIE 5 mL : B S mL) THAEWR 7 BEREAR L. 10.5, 5.25, 2.63, 1.31, 0.656,
0.328 % TN 0.164 mg/mL @ 8 i & L[ > Bk & R L 7=,

6.1.4.2 ZEAREEHAR

WERE 0.2100 g & 10 mL A X7 T A= IFIR L7z, WBEEIRINL, L7k
W2, AR v 7L TlHRERED 21.0 mg/mL #85#E (7°L— M2 0.500 mL #RI0 L 72 B
DEAEIRE 2100 pg/mL) ZFHM L7z, KWT, 21.0 mg/mL #EBRK 2 A 2 (%R
FEDOWEERIE S mL : A 5 mL) THEK 2 BEFEA R L, 10.5 XY 5.25 mg/mL @ 3 &
BB oW Bl & R L7z,

6.1.5 EHELL N

PR C AR L 72,
6.1.6 HERBEDORE M

ARSI 72 E i L 722,
6.2 xtHEYE
6.2.1 (X
W L THWADIES K EZ R E Lz,
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6.2.2 514 >t B8
1) FERBEELR
~A4 h~A4 3T C (MMC)
2y hEE : 575AEA
fEIT : W EEx U RS
WaK(i : 2 mg (Jiffi) /)R
R AE 15 : R,
TR AT 5 BT : FRARZERT  Br A M pa sk BR =
2) REHEMEAR
vrm 742773 K (CP)
oy kR : WEF3430
fET : e hi sk T3 sS4t
i : AL (97.0%0L F)
R AF 15 : Gdk (FRE#M : 1~10°C) | Mt
TR AT BT : FORBESEAT RERAMARERE R
3) FRRIIE
BT A CHERICIT o 72,
(1) MMC
MMC @ 2 mg FRHEASA T AR BER (HARER T XS KRB T
7y S KSE97) Z2mLMA CEfEL7 (1 mg/mL) , KIZ, ZOWK%
NEE 20 THEWR 2 BRI (A 0.250 mL : A AWK 4.750 mL) L. 0.050
2 TN0.0025 mg/mL D VEK & 8 U 7= (JE Ry R AL BRvE O FERGEE ML Tl B B Ik
4.850 mL {Z 0.0025 mg/mL IA#% % 0.150 mL Il 2 7=, 8 QLER VA TIX RS2 4.900
mL (2 0.0025 mg/mL &% % 0.100 mL Nz 7=, ZOROKKREEILZ. ThEh
0.075 ng/mL % 0.050 ug/mL)
(2) CP
CP 0.0140 g % yBRIRHE K 77 AF v 7 miLE (50 mL) ICFFHL7=, itk
HEER (BARERGT, MASHRERETY, =y &5 : KSE97) % 20mL
Mz CTEML, 0.70 mg/mLIERZ B L7z (B5& K 4.900 mL (2 0.100 mL %
RTce ZDOREDEMEIREIT 14 pg/mL)
4)  BtEx B E o EINPEH
BB A R T4 > (AR 5. 2)) [CHEANHEESNA TS0,
6.3 {5 A R A%
6.3.1 HHRa Ak

Fx A =—R « NARAX— ORI MIE (CHL/IU) ZH W, M7 EE
NESEILAFIERT JCRB FIf N> 7 05 2014 4F 4 A 2 BIC AT L., BAERfE L4
Iz SOWTESAIH oM RBEZFE L T, MMRABETH DL (EEERE,
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ML £ INBFRE 15~20 REFI AN, @D PN 25 K, v A a7 7 X~ FEO{HGLR
RVN) DHER SN b DZE 30 AARLIN TRERIA M U7z, 8 R oo #0803/
L HE B A ) PR T 8 AR, MR R RBR T IS TH o 7

6.3.2 e 0ERER
BB A FT 4> (A 5. 2) ICHEANERS ATV S0,

6.3.3 EEEH
IR ABEHTEE & AV, COLIBE 5%, IRJE 37°C., miBESRME T CEE L, it
RiZ1~4 B Z&ITiTo T,

6.4 S9 mix R U &R D R
6.4.1 S9 mix

SO M OMilEFR (S9/ =277 2% —C vy b, By &S C150807051 &}
C150904061) Z{EA L. SO mix #iHH L=, FHEIIHARFIZIT - 72,

1) S9

44 TR : S9

5T : FV = 2 VEERE T ERA S

7y hES : 15080705, 15090406

fWyER : 201548 H7H (v F&E5 1 15080705)
20159 H 4H (my &S : 15090406)

i - R : 7 v h-SD %

Bish e : 7V fn - M

XA : 7z ) )L EH— L(PB) KN S5,6-X2 7 T R (BF)

#5751k : HE I PN 4

G L OB G & PB4 H i 5 30+60+60+60(mg/kg 4 H)
PB #5-3 H H BF # 5 80(mg/kg /A )

it FH 45 : 2006 -2 H 6 H (my F&EH : 15080705)
20163 H 3 H (= F&ES 1 15090406)

TRAF 715 : B (=70°C LLF)

TR A7 FIT : WRMFZEAT BrEMRARRE BEEZ Y —9

2) AiimESR

£ TR : a7y HX—C

RyE T : FV =2 VEERE TR A4

0y & : C15080505, C15090206

&R : 20158 H5H (my &S : C15080505)
20159 H 2H (my F&ES : C15090206)

A7 1E : W (=70°C LATF)
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fil? FH 451 : 200622 H 4 H (my F&E5 : C15080505)
20063 H 1 H (= F&ES : C15090206)
TR A5 : FRAFERT R MaRiEsE BEE 7Y —3
3) S9 mix ®FEL (1 mL H)
7K : 0.7 mL
S9 : 0.3 mL
MgCl, : 5 pmol/mL
KCI : 33 pmol/mL
TIa—R-6-1 R
5 pmol/mL
bl =aF o 7 I RT7TT =0V X7 LAEF R UER(NADP)
4 pmol/mL
HEPES #% it (pH7.2)
4 pmol/mL

6.4.2 BEE®
Minimum Essential Medium (MEM)(GIBCO™ . Cat.No.11095)(ZFEM1t. (56°C. 30

57) L7 ii& (bovine serum, BS)% 10 v/v%isil L 728538 i (BS-MEM) % H W\ 7=,
1% OB IRIT A LT,

1) I

2y hES : 1517948, 1610982

DB CSTH : Life Technologies Corporation

PrRAF 51k : M (-20°C 2AF)

RAF G5 BT : RO IERT B laikBs i
2) Minimum Essential Medium (MEM)

2y hES : 1732934

5T : Life Technologies Corporation

PRAFITIE : 17 T

PR A7 S B : FORMTFERT i laiki s e

6.5 HEAE"
KBTI TFICR L AT — DA E LT

1. 0 e 4 7 o) 3 B J IR P AL L 9% RGP
FERFHE ML

LB IR 24 K¢ [ LB

2. Yuth R B H SR J IR P AL L 9% RGP
FERFHE ML

LB IR 24 K¢ [ LB

14
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6.5.1 Al 77
UTOEICEDEZREFNERFETLTLET NVE, V¥ —LRUBATA RS TR
(AR L CRlBI 2T o 7,

g P % s
AL R ENE +
o | EEREAEE RS -
v | EHBALERYE 24 KRR ALER 24-
I | R BREE NC
T YT EEEND 1. 2. 3 n OKE B
55 1 ek R B PC
[F] — WL ER B PN T D35 1. 2. 3
i'ﬁ%
4, RBRES L Ea— 2 PNEELICE Y IE-
(LN E%%Kiféé%ﬁbc :FMJ~r%JiT®2%®%F&UX74
% Z— ReLe & R ORCE % BT AR
6.5.2 AE0NDRTE

1) e o 540 ) SR
MEHEEZBEEERRTA N7 4 2 (AR 5. 2)) TEDH LI 2100 pg/mL
(1omM #H¥) & L., BLFAK 2 THAM L 1050, 525, 263, 131, 65.6, 32.8
KON 16.4 pg/mL OFt 8 HEZRE LI, £7o. ZCEEEREELZR T,

2) Yt ik R
kEAEE 2100 pg/mL & L, LAFAK 2 THIR L7 1050 L8525 pg/mL O F
3HEERE Uiz, ARk BREE K& OG5 Mk FRBE 2 5% 1) 7,

6.5.3 0 B 1 5iE 4 ol 5L BR

P RKBEHBOHEEZRET D00 PHABRE LTERLE, 2B, UToOR

B fED > b, EEMEAELELTHEAIT. EBEHEE FICBWT, BEFOREZ A

W, EEEEIC X > CTEME L7,

1) FERFEAERE ORBIE AL & IEMREHE M L, AL 24 FFEAE O 22
AU, BRI R OB BB 2 5% T 72, v — L (FL—F) Z7 7 X
For7L—F (EH£60mm) &MV, £ 1ML L,

2) 7V~F%t0pqwﬁ®ﬁ@(ﬁ§ﬁsmm)%%@Lko

3) BEEE 3 Bt WIS AEZEBEAREE T ORI B N WD L A RL . TRISEWD,
RERIROBRE R OV 2 F0E L 7=,
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50 1R [ AL B 7 38 for AL BE 7k
FEARFHE 1L S 24 B R AL PR
R brE | 0.500 mL 1.333 mL 0.500 mL
S9 mix AN 0.833 mL
Fe 4 of B
B TR 0.500 mL 0.500 mL 0.500 mL

4) BBRIAER . AR CTHIH OF &K OB HRIR O G 2 il Uiz, MRtk R
RLPRVETI 6 FRFfE ., EFEALERTE Tld 24 FFEE R L 7,

5) 6 H#F‘ﬂiﬁ%?& R HAABEIZ OV TIE, )L FRICHTEORELZ R T L L &

. BINIALFH ZEBPREE T T OREEZ R LT, RWT, FMiFEK 2% &
&5&9%MLK$&@@@TM%%%@L\ﬁbw%%wsomL%mK\E
(2 18 BEM G2 L 7=,

6) HEKTHR., NIETHRYEONHOFEEZBILZ2T 5 L L b2, B S AH = BE K
BT CHBIEL, MIBOREZ MR Lz GERFREAHEEOREK TROBRIX, &
Er—2L L),

7) RWT, UTOFEIZHW, 7L — b ORIIIREZRIE LT,

(1) M%7 L — bOEEIW % BEFHE L. Phosphate-Buffered Saline (-) (PBS (-)) #% i
BNz 7L — &% LT,

(2) PBS(H)ZFEFEL., 025% h VU 7 ¥ U IEIE (Trypsin 0.25%.,
Corporation) # 1 mL Nz, #J 5 MFRE L7,

(3) EXyT g7 THEAEFBEE - B ESEZE, L — MIH LW 10%BS-MEM
B 1 mL RN L., MmEREFRMZ AV CHIKIRE 2 /@ L7-, mERGEE O
B IR, 8 KE O LMD /NSRS | L2 U A L7 O % /s ik i $k

(RCC : Relative Cell Count) DEF-EIZH -,

8) oMM MIEIRENS ., K 1IZTEV, EYEXTIREEZ 100% & L 72 45 HF o A8 x4

fa%k (RCC) Z#HH L,

Life Technologies

(4B 5 4 AL B L
(Moo R 1

B HHMa%k) x100

RCC (%) = BT M%)

(X 1)

9) FMMLEEFEANEIZR (=100-RCC) *Z#HH L. 50% &k 2 5D
Fo B8 G R BT (RS i) 2B L7z,
*ERENOUTOHEAIZO0E L TH -,

HEHRRX D, 50%H

6.5.4 REAKEEHR
MTODnit%’ﬁ?;&ﬁf@O% Rtz LE LT 55813, BRERE TICBWT, WKEKF
s B2 VT, BEREEBEIC X > THEME L7z,
1) @H#F‘ﬁﬂfiﬂi@ﬁuﬁﬂﬁﬁﬂz&é‘lfﬁﬁﬂ%@ﬂ: B R E D 24 RERALER D Z L E
(R IR, SRR LR R O IR AR U e, vy — L (T —
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2)
3)

4)

3)

6)

7)

8)

6.5.5

KN 127 92F v 27 7L —F (BEE£60mm) ZHW., £HE3IK (&K1, 2 &
WM3) L7, =720, BGPEXIRENL 2 0 (B -1 L O-2) & L7,
FL— Y70 2x 10 ORI (B3 HE 5.0 mL) ZHERE L 7=,

FrEE 3 RARIC, BISZAZ A ST T CMIBRIC SR 28 22

VY, BRI OBRE K OB 2 FE i L 7=,

-
~—

&R, PRICHE

FEACHHE M1

N RCR K

24 Wy fE vt

BRI R

0.500 mL
(0.150 mL)

1.333 mL
(0.933 mL) "

0.500 mL
(0.100 mL)

S9 mix AN &

0.833 mL

PEVEX IR - BRI -

B 1 e HE A BV TS0

0.500 mL

(MMC: 0.150 mL) *

0.500 mL
(CP: 0.100 mL) "

0.500 mL
(MMC: 0.100 mL) "

*o() I,

Bo et BRURE OO B 3 K BR 5 B e OV BB ME T R B I & 2 7R LTz,

BEBRIR AL ER % . AR CHT H O M8 R OS2 K O (50 2 el L . AL RERA] AL A ¢ I
6 FERD, Mt ALBER YL TIX 24 RERIREER LT,

6 RE[EIEE 2% . FRFALERIE I DWW IR IR CHEBR - O M HH 2 . 18] ST A7 AR 22 11
BT CHf DIRREZFERR L2, IRWT, K 2% & 722 £ 5 iyl 2 i L 7= A 81
B T Z BEE L, BT LWEERIK 5.0 mL Z Nz, ®IZ 18 KFfE:# L7z,
FRE2KOTL— b (BHE -1 HO-2) 1o\ T, Ptk AEAER =9
BERE T O 2IFMANCaLEI R (T A3y UK, 10 pg/mL) % 0.1 mL
mzi=.

BREKE TR, 7L — FPOBBREZELEIZE L, 0.25% U 7 K (Trypsin
0.25%. Life Technologies Corporation) Tififd % FI23 L, FIL - =050 BF L 7,
WNT, LB L > TEDTHEZ 0.075M (LD U U AER TR 15 4
REEME L, AF A7 va— b §ifE=3: 1 I CEE L7, BEEL-Minz 2
TARHTZATHIZOE 2EATICIE T Lz, R BERITT L — NS0 2 #&1fE
U7, MER %, 1AL EEREE L., 2% AR TR 15 oML <
Lt AR A ERLL 72,

KOS IO L —F (BFE5-3) 1. WIRCTHEBRWE O H 4 | #7248 24
BEMBE CHIBROMRRE 2 fEgR U7 (ERFRIABE O B TIRROMRIX, 23587 —
2L LTz) o D%, MR HIBUERICHE U CiiiRE 2 0E L, RCC &
HL7-,

#fiE o B4R Ly

RCC RHIZIZRFEZ AV, FRROHT IS > TRHEAE L7,

1)

2)

AR B I DWW TR, MERFHREAR IS T 2 8 X O G+l D S5 E D /N s 1
Nz s AL, B CRR L (BT« FHEME O FEIE x 10° cells/mL)
RCC (AH) 2OV TiE, 1) OFREEZ MWV TERE L, NEUEHE 1 L2 Ui
BEANLE#KLE L TERRLE,
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6.5.6 BARDOEHE

BB T T L— b0 100 fHOREOED R R Lo R THGR2EE L,
WEHEOMHE & R 2R OMBOR AR L7, FRICEEEOHREKbRREL,
QOBEARDBIEZITT XTI T4 FMEL TYT o 72,

6.5.7 Z2EEAEEDHE
et RBEIIHERT EHRPOBRFICRIL, MERFITEICUTOLICESRE - 7
LT,
1) R
RO EFOFMBEIIULTOLIICERLSE L,
Xy v 7(g) : et R (ctg) M VB IR B (csg) B e X ¥ v 7 &
G AR TG B R O R B2 R 23 2 6 o (3
et iR oy MY RO R Fickh D) ThoT, 20
T S G a5 R O LA TR 72 I e A 5 A 25 3R

o b D,
e 3 (KL G KT (cth) Wr i s gy R o RlEh BB T D b ok UFE

Qe A S e RO R Eicdh > TH, EORIN
Yeta 3 ROIELL EIZBf T2 b o,

Yeth o3 (R 22 i (cte) - VU B R A e &

Juta (RG] BT (csb) Wr i Y ER ORI B2 51X TR Y BREAR ST
¥ RN AR NPV RO AR N (R \Vay/AR R NAR T i o el
S>ThH, TORIVPEAZEOIEL LIZEHEA TS b

D,
Ge (R A5 i (cse) - CERARG AR RIR AR L,
Z O ftti(other) : Wr b (frg) 72 &£

2)  EHyRE
et (KBS, EDORBINARKFF> TWDHEA O (Zf5K) 80 ffbL7z
LA a R L ER LT,
5 Bk : polyploidy (BZWN{EMI{A : endoreduplication % & ¢¢)

6.5.8 FIEE
HIEICER U CIRFH I FIEE AV, TfE D 02 Vgt ek ofiE i o
BHRFE 2R OMBOHER (%) IZL->TUTOL I ICHELL,

FLE R o0 H B R ) S

5% AT [E
5%LL b 10% A7 SEpTE ()
10%LL E B M (+)
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MHBRITZ, ¥v v 725808548 (TAG) &R 0WEA (TA) &Iy
X% EIC L5 TiTHo 1,
HBLRIZH B R A T HEERNRD 5256 %2 5 & HE Lz,
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7. HERHER

7.1 B Reo 3 B8 410 1 5L B

fE 8 % Appendix 1. Appendix 2-1~2-3 {Z/R L 7=,

BRI AL S B O A I K OB R IE O BT, T X TOLBEETHED b
oz, MlEFEDCHIE THD RCC ZHIE LR, T X TOLAEET 50%% #
Z D MR FEINHIAE R IZR O ST S0%AM AL Hl g E (BESiE) (XR B ka2 o
7=

7.2 ZREAFAEEHAR

i B & Fig.1~3, Table 1~3, Appendix 3-1~3-3 [Z/R L7z,

P BRIRINT AL D AT H O B R OB R E O A I, TR TORBETED bR
2o T7,

HETEFLE O HBLER (TA) 13, B RERELERYE o JERGETE ML TIX 2100, 1050 & O 525
ug/mL TENEIN 0% Th > 7o, LB E OGS MEAL TiX 2100, 1050 & TN 525
pg/mL T 0, 1.0 KT 0.5% Td > 7z, HfHALIETIL 2100, 1050 X T 525 pg/mL T
0. 0.5 XD 0% ThH o7z,

B BLE (55U, Poly) @ HIBLER I, Ry R AL BRIV O FEARGHTE ML Tl 2100, 1050
KON 525 pg/mL TEINEIL 0% Th o 7o, B HALEE O REHTEPE{E TiX 2100, 1050
KON 525 pg/mL T 1.5, 0.5 XN 1.0%TH - 7=, @ ALEE TiX 2100, 1050 & T8 525
pg/mL TO, 0.5 KN 0% Tdh -7,
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8. EX,

24-VAFNRUB U ANKUET N U LAORGEREEFHREOFELE KT S
72, Fx A =—X - NAAZ—HliHRMRHEIF ML (CHL/IU) % AWz Yk 5
AR A i L7,

Yt KR FERBOHELZHRTT D720, 2100 pg/mL ZimHAEL L, LFAK 2
THAMUZE 8 I EZHRE L, MIdHEEMERBR 21T > 72, TOME, X To0LH
15T 50%% M 2 2 MRS S P HE FIEER O BT, S0% MRl e (R E) 135
HEnzeholz, UEORERIY, & XTOMEET 2100 pg/mL ZHEmHAEE L,
UTFAK2 CTHNRULEE3AEZRE L., Ja kR4 FEhL 72,

e K REHBROMBER, ROERBEREO DD ETHIX Y v T2 a0
BERREEZAE T HMEOHBLE (TA ) KOHEEEOHBE (Poly fE) X, W
DOUFEIZBNTH, TRXTOHBETEREOHERETH D SR ZR LI,
Bapk & HE LT,

BB, TRXRTOLBEIEIZBNT, BRI AR ER T 28 T 2L,
AR OHBBEEIX 5% AW T, BHEOHERXRENIZH 72, Tk LT, BBExt
MEETITEFE L WRAKEERTOBRENRBD LN, LEN- T, ABRITEYICFEiE
Ehi-tE2ONT,

F7o. AEBYEIT Ames B TR QL HRESL TS,

PLEDFERNS, 2,4-PAFARUP U AR BT ) U LAIARBREGETICE
WT, P E R R OREERBEEZFR L0 EfEam LTz,
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110 ¢ —f— RCC + 100
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NC 525 1050 2100 PC

Concentration of test article(ng/mL)

Fig. 1

Results of the chromosome aberration test in cultured Chinese hamster (CHL/IU) cells treated with 2,4-
Dimethylbenzenesulfonic Acid Sodium Salt Monohydrate

[Short-term treatment : -S9 mix]

NC : Negative Control (water for injection)
PC : Positive control (mitomycin C : 0.075 pg/mL)

23



T-G195

=<O==TA value

100 W =7\ = Poly value 4 90

90 F 4 80

80 F
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&
s 70 F
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= 1 50 %
B 50 F >
e >
oo 1 40 E
% 40 ’S
© {30 <
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1 20

20

10 1 1 10

09\3 g—--—w@.——ms-:% N0

=10 i i i =10

C 525 1050 2100 P(

Concentration of test article(ng/mL)

Fig. 2

Results of the chromosome aberration test in cultured Chinese hamster (CHL/IU) cells treated with 2,4-
Dimethylbenzenesulfonic Acid Sodium Salt Monohydrate

[Short-term treatment : +S9 mix]

NC : Negative Control (water for injection)
PC : Positive control (cyclophosphamide : 14 pg/mL)
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=<O==TA value
=7\ = Pol 1
100 W oly value 1 90
90 F .\'\. 4 80
80 F
1 70
~
X 70 }
4 1 60 ~
3 S
5 60 | T
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E 50 §
o 50 <
:'.n 40 no-‘
) 40
O s
{30 «
30 =
1 20
20
10} 1 10
0D — s — Ao
NC 525 1050 2100 PC

Concentration of test article(ng/mL)

Fig. 3

Results of the chromosome aberration test in cultured Chinese hamster (CHL/IU) cells treated with 2,4-
Dimethylbenzenesulfonic Acid Sodium Salt Monohydrate

[Continuous treatment : 24hr]

NC : Negative Control (water for injection)
PC : Positive control (mitomycin C : 0.050 pg/mL)
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Table 1 Chromosome aberration in cultured Chinese hamster (CHL/IU) cells treated with 2,4-Dimethylbenzenesulfonic Acid Sodium Salt Monohydrate
[Short-term treatment:-S9 mix]

T-G195

Conc. of

Number of cells with structural chromosome aberration (%)

Number of cells with numerical chromosome

Time S9 test article RCC aberration (%)
. o -
(h)  mix (ng/mL) ob(i:j’ifse d ctb cte csb cse other TA(%) g TAG(%) J:iiii_ (%) ob(;:rli/se d PO?:l)llsmd other  Total (%) Jrliiii_
100 0 0 0 0 0 0 0 0 100 0 0 0
NC 100 0 0 0 0 0 0 0 0 - 100 100 0 0 0 -
200 0(0.0) 0(0.0) 0(0.0) 0(0.0) 0(0.0) 0(0.0) 0(0.0) 0(0.0) 200 0(0.0) 0(0.0) 0(0.0)
100 0 0 0 0 0 0 0 0 100 0 0 0
525 100 0 0 0 0 0 0 0 0 - 86 100 0 0 0 -
200 0(0.0) 0(0.0) 0(0.0) 0(0.0) 0(0.0) 0(0.0) 0(0.0) 0(0.0) 200 0(0.0) 0(0.0) 0(0.0)
100 0 0 0 0 0 0 0 0 100 0 0 0
6-18 - 1050 100 0 0 0 0 0 0 0 0 - 90 100 0 0 0 -
200 0(0.0) 0(0.0) 0(0.0) 0(0.0) 0(0.0) 0(0.0) 0(0.0) 0(0.0) 200 0(0.0) 0(0.0) 0(0.0)
100 0 0 0 0 0 0 0 0 100 0 0 0
2100 100 0 0 0 0 0 0 0 0 - 82 100 0 0 0 -
200 0(0.0) 0(0.0) 0(0.0) 0(0.0) 0(0.0) 0(0.0) 0(0.0) 0(0.0) 200 0(0.0) 0(0.0) 0(0.0)
100 3 22 0 0 0 25 0 25 100 0 0 0
PC 100 7 28 0 0 0 33 0 33 + - 100 0 0 0 -
200 10(5.0) 50(25.0)  0(0.0) 0(0.0) 0(0.0)  58(29.0) 0(0.0) 58(29.0) 200 0(0.0) 0(0.0) 0(0.0)

g: chromatid or chromosome gap, ctb: chromatid break, cte: chromatid exchange, csb: chromosome break, cse: chromosome exchange,

other: including fragmentation

TA: total number of cells with aberration excluding gap, TAG: total number of cells with aberration including gap.
NC: Negative control (water for injection)

PC: Positive control (mitomycin C, 0.075 pug/mL)
RCC(%) showed cell counts of tast article treatment group against that of negative control.
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Table 2 Chromosome aberration in cultured Chinese hamster (CHL/IU) cells treated with 2,4-Dimethylbenzenesulfonic Acid Sodium Salt Monohydrate
[Short-term treatment:+S9 mix]

T-G195

Conc. of

Number of cells with structural chromosome aberration (%)

Number of cells with numerical chromosome

Time S9 test article RCC aberration (%)
. N -
() mix (ug/mL) ob(i:j’ifse d ctb cte csb cse other TA(%) g TAG(%) Jrliiii_ (%) ob(;::/se d PO?:l)llsmd other  Total (%) Jrliiii_
100 1 0 0 0 0 1 0 1 100 0 0 0
NC 100 1 0 0 0 0 1 0 1 - 100 100 1 0 1 -
200 2(1.0) 0(0.0) 0(0.0) 0(0.0) 0(0.0) 2(1.0) 0(0.0) 2(1.0) 200 1(0.5) 0(0.0) 1(0.5)
100 0 1 0 0 0 1 0 1 100 1 0 1
525 100 0 0 0 0 0 0 0 0 - 97 100 1 0 1 -
200 0(0.0) 1(0.5) 0(0.0) 0(0.0) 0(0.0) 1(0.5) 0(0.0) 1(0.5) 200 2(1.0) 0(0.0) 2(1.0)
100 0 1 0 0 0 1 0 1 100 1 0 1
6-18 + 1050 100 1 0 0 0 0 1 0 1 - 82 100 0 0 0 -
200 1(0.5) 1(0.5) 0(0.0) 0(0.0) 0(0.0) 2(1.0) 0(0.0) 2(1.0) 200 1(0.5) 0(0.0) 1(0.5)
100 0 0 0 0 0 0 0 0 100 0 0 0
2100 100 0 0 0 0 0 0 0 0 - 87 100 3 0 3 -
200 0(0.0) 0(0.0) 0(0.0) 0(0.0) 0(0.0) 0(0.0) 0(0.0) 0(0.0) 200 3(1.5) 0(0.0) 3(1.5)
100 17 75 0 0 0 79 0 79 100 0 0 0
PC 100 17 76 0 0 0 77 0 77 + - 100 0 0 0 -
200 34(17.0) 151(75.5) 0(0.0) 0(0.0) 0(0.0) 156(78.0) 0(0.0) 156(78.0) 200 0(0.0) 0(0.0) 0(0.0)

g: chromatid or chromosome gap, ctb: chromatid break, cte: chromatid exchange, csb: chromosome break, cse: chromosome exchange,

other: including fragmentation

TA: total number of cells with aberration excluding gap, TAG: total number of cells with aberration including gap.
NC: Negative control (water for injection)

PC: Positive control (cyclophosphamide, 14 pg/mL)
RCC(%) showed cell counts of tast article treatment group against that of negative control.
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Table 3 Chromosome aberration in cultured Chinese hamster (CHL/IU) cells treated with 2,4-Dimethylbenzenesulfonic Acid Sodium Salt Monohydrate

[Continuous treatment:24hr]

T-G195

Conc. of

Number of cells with structural chromosome aberration (%)

Number of cells with numerical chromosome

Time S9 test article RCC aberration (%)
. N -
() mix (ng/mL) ob(ifiifse q ctb cte csb cse other TA(%) g TAG(%) J:iii‘:_ (%) ob(;::/se d PO?:l)llsmd other  Total (%) Jrliiii_
100 0 0 0 0 0 0 0 0 100 0 0 0
NC 100 0 0 0 0 0 0 0 0 - 100 100 0 0 0 -
200 0(0.0) 0(0.0) 0(0.0) 0(0.0) 0(0.0) 0(0.0) 0(0.0) 0(0.0) 200 0(0.0) 0(0.0) 0(0.0)
100 0 0 0 0 0 0 0 0 100 0 0 0
525 100 0 0 0 0 0 0 0 0 - 92 100 0 0 0 -
200 0(0.0) 0(0.0) 0(0.0) 0(0.0) 0(0.0) 0(0.0) 0(0.0) 0(0.0) 200 0(0.0) 0(0.0) 0(0.0)
100 1 0 0 0 0 1 0 1 100 1 0 1
24-0 - 1050 100 0 0 0 0 0 0 0 0 - 89 100 0 0 0 -
200 1(0.5) 0(0.0) 0(0.0) 0(0.0) 0(0.0) 1(0.5) 0(0.0) 1(0.5) 200 1(0.5) 0(0.0) 1(0.5)
100 0 0 0 0 0 0 0 0 100 0 0 0
2100 100 0 0 0 0 0 0 0 0 - 86 100 0 0 0 -
200 0(0.0) 0(0.0) 0(0.0) 0(0.0) 0(0.0) 0(0.0) 0(0.0) 0(0.0) 200 0(0.0) 0(0.0) 0(0.0)
100 4 41 0 1 0 46 0 46 100 0 0 0
PC 100 3 32 0 0 0 34 0 34 + - 100 0 0 0 -
200 7(3.5)  73(36.5) 0(0.0) 1(0.5) 0(0.0) 80(40.0) 0(0.0) 80(40.0) 200 0(0.0) 0(0.0) 0(0.0)

g: chromatid or chromosome gap, ctb: chromatid break, cte: chromatid exchange, csb: chromosome break, cse: chromosome exchange,

other: including fragmentation

TA: total number of cells with aberration excluding gap, TAG: total number of cells with aberration including gap.
NC: Negative control (water for injection)
PC: Positive control (mitomycin C, 0.050 ug/mL)
RCC(%) showed cell counts of tast article treatment group against that of negative control.
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=0 =-S9 mix
+S9 mix
24hr

40 }

30 F

20 F

0 — d ik d d ik d ik '

NC 16.4 32.8 65.6 131 263 525 1050 2100

Concentration of test article(ng/mL)

Appendix 1

Results of the cell-growth inhibition test in cultured Chinese hamster (CHL/IU) cells treated with 2,4-
Dimethylbenzenesulfonic Acid Sodium Salt Monohydrate

NC : Negative Control (water for injection)

Cell-growth ratio was shown as the RCC.
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Appendix 2-1
Cell-growth ratio in the cell-growth inhibition test in cultured Chinese hamster (CHL/IU) cells treated with
2,4-Dimethylbenzenesulfonic Acid Sodium Salt Monohydrate
[Short-term treatment : -S9 mix]

Cell-growth inhibition test

Study type | Treatment and Cell- Observation®
- . RCC? growth — — 5
S9 | time | Concentration %) inhibition | Condition of| ~ Color of Precipitates/Crystals
mix | (hr) (g/mL) ratio(%)” cells” medium® 1 2)
0 (NC) 100 0 - - - -
16.4 115 0 - - - -
32.8 100 0 - - - -
o | 656 100 0 - - - -
- | 618 § 131 115 0 - - - _
2 263 107 0 - - - -
B s2s 100 0 - - ; ]
1050 100 0 - - - -
2100 85 15 - - - -

Concentration of 50% cell-growth inhibition : above 21(0(  pg/mL

NC : Negative Control (water for injection)
a) The plate in the negative control group was regarded as a 100% growth.

b) Cell-growth inhibition ratio was shown as 100 - RCC. The value was regarded as 0%, when value was 0 and fewe:
¢) Condition of cells was observed at the end of treatment. Color of medium was observed immediately after addition

of the test solutions. Precipitates/crystals were observed l)immediately after addition of the test solutions and”at
the end of treatment.

d) - : Mostofthe cells were attached to the surface of plates and grew as a monolayer. Their shape was normal.
e) - :No changes of color
f) - : Absence of precipitates

All calculations were carried out using Excel 2010
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Appendix 2-2
Cell-growth ratio in the cell-growth inhibition test in cultured Chinese hamster (CHL/IU) cells treated with
2,4-Dimethylbenzenesulfonic Acid Sodium Salt Monohydrate
[Short-term treatment : +S9 mix]

Cell-growth inhibition test

Study type | rreatment and Cell- Observation”
. RCCY | growth — S n
S9 | time | Concentration %) inhibition | Condition of| ~ Color of Precipitates/Crystals
. 0
mix | (hr) (g/mL) ratio(%)” cells” medium® 1 2)
0 (NO) 100 0 - - - -
16.4 103 0 - - - -
32.8 100 0 - - - -
o | 656 106 0 - - - -
+ 618 2 | 131 83 17 - - - -
<
» 263 106 0 - - - -
o
& 525 111 0 - - ] -
1050 114 0 - - - -
2100 100 0 - - - -

Concentration of 50% cell-growth inhibition : above 21(0(  pg/mL

NC : Negative Control (water for injection)
a) The plate in the negative control group was regarded as a 100% growth.

b) Cell-growth inhibition ratio was shown as 100 - RCC. The value was regarded as 0%, when value was 0 and fewe

¢) Condition of cells was observed at the end of treatment. Color of medium was observed immediately after addition

of the test solutions. Precipitates/crystals were observed l)immediately after addition of the test solutions and”at
the end of treatment.

d) - : Mostofthe cells were attached to the surface of plates and grew as a monolayer. Their shape was normal.
e) - : No changes of color
f) - : Absence of precipitates

All calculations were carried out using Excel 2010
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Appendix 2-3
Cell-growth ratio in the cell-growth inhibition test in cultured Chinese hamster (CHL/IU) cells treated with
2,4-Dimethylbenzenesulfonic Acid Sodium Salt Monohydrate
[Continuous treatment : 24hr]

Cell-growth inhibition test

Study type | rreatment and Cell- Observation”
. RCCY | growth — .. n
S9 | time | Concentration %) inhibition | Condition of| ~ Color of Precipitates/Crystals
. 0
mix | (hr) (g/mL) ratio(%)” cells” medium® 1 2)
0 (NC) 100 0 - - - -
16.4 109 0 - - - -
32.8 97 3 - - - -
o | 656 100 0 - - - -
- {240| 2| 131 94 6 - - - -
<
» 263 100 0 - - - -
o
& 525 91 9 - - ] -
1050 85 15 - - - -
2100 76 24 - - - -

Concentration of 50% cell-growth inhibition : above 21(0(  pg/mL

NC : Negative Control (water for injection)
a) The plate in the negative control group was regarded as a 100% growth.

b) Cell-growth inhibition ratio was shown as 100 - RCC. The value was regarded as 0%, when value was 0 and fewe:
¢) Condition of cells was observed at the end of treatment. Color of medium was observed immediately after addition

of the test solutions. Precipitates/crystals were observed l)immediately after addition of the test solutions and”at
the end of treatment.

d) - : Mostofthe cells were attached to the surface of plates and grew as a monolayer. Their shape was normal.
e) - :No changes of color
f) - : Absence of precipitates

All calculations were carried out using Excel 2010
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Appendix 3-1
Results of observation in the chromosome aberration test in cultured Chinese hamster (CHL/IU) cells treated
with 2,4-Dimethylbenzenesulfonic Acid Sodium Salt Monohydrate
[Short-term treatment : -S9 mix]

Chromosome aberration test

Study type Observation”

Treatment and

S9 | time | Concentration Precipitates/Crystals”

(ug/mL) Condition of cells” | Color of medium®

mix | (hr) 1) 2)
0 (NC) i ] ] ]

2| 525 - - - -

- |618| § | 1050 - - ] ]
S [ 2100 - - - -

PC . ] ] ]

NC : Negative Control (water for injection)
PC : Positive control (mitomycin C : 0.075 pg/mL)
a) Condition of cells was observed at the end of treatment. Color of medium was observed immediately after addition of
the test solutions. Precipitates/crystals were observed l)immediately after addition of the test solutions and”at the end

of treatment.
b) - : Most of the cells were attached to the surface of plates and grew as a monolayer. Their shape was normal.
¢) - :No changes of color
d) - : Absence of precipitates
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Appendix 3-2
Results of observation in the chromosome aberration test in cultured Chinese hamster (CHL/IU) cells treated
with 2,4-Dimethylbenzenesulfonic Acid Sodium Salt Monohydrate
[Short-term treatment : +S9 mix]

Chromosome aberration test

. a)

Study type | 1 i ent and Observation
S9 | time | Concentration - . ) Precipitates/Crystals®
mix | (hr) (ug/mL) Condition of cells” [ Color of medium D 2
0 (NC) ] ] ] ]
%;: 525 - - - -
+ | 6-18| § | 1050 - - ] ]
= | 2100 - - - .
PC - - - -

NC : Negative Control (water for injection)
PC : Positive control (cyclophosphamide : 14 ug/mL)
a) Condition of cells was observed at the end of treatment. Color of medium was observed immediately after addition of
the test solutions. Precipitates/crystals were observed l)immediately after addition of the test solutions and”at the end

of treatment.
b) - : Most of the cells were attached to the surface of plates and grew as a monolayer. Their shape was normal.
¢) - :No changes of color
d) - : Absence of precipitates
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Appendix 3-3
Results of observation in the chromosome aberration test in cultured Chinese hamster (CHL/IU) cells treated
with 2,4-Dimethylbenzenesulfonic Acid Sodium Salt Monohydrate
[Continuous treatment : 24hr]

Chromosome aberration test

. a)

Study type Treatment and Observation
S9 | time | Concentration . ) Precipitates/Crystals”

. Condition of cells” | Color of medium®
mix | (hr) | (ng/mb) ! s r u 1 2)
0 (NC) ] ] ] ]
.lé 525 - - - -
- | 240 & | 1050 - ] ] ]
& | 2100 - - - -
PC - - -

NC : Negative Control (water for injection)
PC : Positive control (mitomycin C : 0.050 pg/mL)
a) Condition of cells was observed at the end of treatment. Color of medium was observed immediately after addition of

the test solutions. Precipitates/crystals were observed l)immediately after addition of the test solutions and”at the end

of treatment.
b) - : Most of the cells were attached to the surface of plates and grew as a monolayer. Their shape was normal.
¢) - :No changes of color
d) - : Absence of precipitates
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