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15. 8 &

AFNT T anFe o ORERNEEFRMEOF L, (IFIEEZEAR (CHLIU A0k % Hv, &
RS (6 FRFRIALER D S9 mix VRAIIM OV SO mix MLFRAN) & EufgiLEfyE: (24 REREIALEE) CHRETL
7=,

AFNL T a~Fe L OFRBRIREEE, MREEENEERER DRE R D, S0% LB (ICSO)
B USRI O 7R 2 FERE ., 572 40 pg/mL (R EDORARBEE I TALL 2) 12XV 4 B E

Te. bbb, FRFREERED S9 mix 1K YS9 mix MERIITIL 40, 80, 120 KT 160 ug/mL,
HEEPAVERYLCIE 20, 40, 80 KON 120 pg/mL & L7z,

ARERDOFER, FERFRDAIEE R ONIEALRTE & b, F R OSBRI HELRIT 5%RIETh
o7,

B BRI TN BGIETRELL, ARG REZR L, BB RRE UM RIZRIT 5
Yt REE R, ?I\“%ﬁ@ﬁij%#%ﬁfcﬁ‘%@’ﬁbok. F7m, BYAL LCHWEM kT &
J )b (BHEKRIHR) 100 A REAEREFFRT, FRRIIE D S%RETH Y, BEIHER
RIZRITTHEIITTED DN h o7,

PLEOFER, SRBOSME TIZRBNT, AFNT 7 and - A EEREEFRET RV & HE
T5.
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16. ¥ &
AFN LT et OIFABIERMI A O D QAR ETTV, T OYARREFERIM
DFET OV TR LTz,

17. A &
171, #EBRYE, 54 BEENEYE BESRYERCERSRYE
1711, #ERYME

BEBWEATF N T a~FH B4 7 a~FIoL ALy, TEEL B methyleyclohexane,
CAS No.: 108-87-2, B#MAREERE T ((LFFE): 3-2230] i, 1b%3 CHCHy (b=t
Figure 1.5/8), Zr+&: 98.19, ¥k « PRIk EEBHOKRETHY, FFRREZET D, KICHE
(1.6 /100 g 7K, 20.0°C), 7 /L-1—/b, T—F VEXTEAIAFNC SR, BlKT:—6°C, HHE (20°0):
0.769 gmL Th 2. MEBRITIL, AFLELOEMN |
SR (GC):99.9%]. AF#IL, wERIER O

B EREEOERFERE [RTIRE: 23°C (HHME: 22.0-25.0°C), HEEE: 55% (FEHMHE:
40.8-67.0%)1 WIZ, Zill - X - [EORME M THRE LTz,

[RFNT T a~FH DTy MM L 2 KRR G Bl - AR A SO Ey
(FRERT 5 100430) OBGHIRIHE T H ISR CHRE L7 E (Lot No.: KWH4629) % %l
ELTESTL, FRYREPORER AR L.

17.12.  BK

BUAIZIE, #EkT X ) —) (B&: A58, Lot No. EPQ5745, fEFAMARR: 201274 A 22 A, B
24T = Iy BN, BoKT & i, MR bR OD%ﬁW%Tf%ﬁéwé
IRIRE R [RXEIRE: 23°C (F2if: 22.2 - 24.0°C), BREWLEE: 55% (M 40.8 - 53.1%)] I, =
IR - #OLOZRME T CTRE L.

17.1.3.  PEMEIEEYE

PRVt & LC, Y AFARARFY R (ELT DMSO, #ifk: SEAERRIN A~ M,
Lot No.: JT012, f#AMARR: 2012 -7 J1 22 A, #RSHRCALZEFSERT) 2RV =, DMSO i, f#
FHH%%i CHRERMEE DY ERE EOERAER [FEIRE: 23°C (FHlfE: 22.2 - 24.0°C), &R
S 55% (GEANE: 40.8 - 53.1%)] PIZ, Z=RE - EEOF: T CRE L
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1714, BEIRYME

BERTRE & U, <A AT CELTFMMC) &V AF L= bhaH I (LUFDMN) #H
AV

MMC [fEdida: <A b~A v EH 2mg, LotNo.: 542AIA, Fpk: 1 31 7AHZ, BRRy~vA b
A2 C2mg Oy & BRIEAETF MY oL %EER, YRR SO UIREMIEORART,
NN-TAFNTE T 2 RIETRT L, AIA S ) —/UTETFIZL L, =¥ 7 — /WD T
Wz v et ERmORETITEIRTRETH S, KFRORIETIL pH 12 L AL
9K, pH80 TIEEETH B2, pH 7.0 LT Tid pH EAMEL 725120 C, £OZEEMIIL
T4 5. AR 2013 F 1 A, HfnsEmEx U &) &, DMN [Lot No.: ALH4727, PR #
EEAORE, ZEME: REFRRFFHRBEEIBEORIEDH K E BB L TORWEND, &£
WIS 7 IEME A Lz ST D, S8 99.6%, AR 2011 463 A 1 A (AR
TE), FEMIBE TEEMASH] 1E, Wb TilGEZEA L. AR, Wi bEAREE cR
BRftiek ORI E R EEORER [ ERE: 4°C (GLAE: 6.1 -7.0°C) , #iEiH: BMS-500F3, HAS
7 ) — PR I, RS R CRAE L.

1715, BEEYE
WERIE DR TH DBEAKT & ) — % FNT=.

17.2. KR

1721, HERME

17.21.1. FEAE

FRRC TN R ClL, #EE 1000 mg (EFEE(A: 1000.1 mg) ZFEE (B KFE AT261, A b
T— PSS L, AT ) — IR LT, el (100 mg/mL) % 10mL G L
7o, B BERLL N ORERIL, 100 mg/mL {RO—{ii2 k=% / — /L TEREAIR L T, #5w
K (50, 25, 12,5, 6.25, 3.13, 1.56 &T*0.781 mg/mL) Z AL 7=

Yute R ELE R CIL, PR 160 T8 120 mg (GEFEESH: 160.1 4 T¥ 1200 mg) &~ FE&E (B
KFEAT261, A FF— - ML RS L, Boked ) —MIEEL T, 16 XUV 12 mg/mL &
10 mLFRR L 72, $£72, 16 mg/mL RO —Fa kT & / —/L CEPEAIR LT 8.0, 4.0 K TU2.0 mg/mL
v s O

7283, AHNIHIREPIHIEER R O A R R L HIRIL Y UV — L R TFN T T o 7.

17.21.2. HRYERREOREM R URARSERE

R & LT & ) =L RO T AR ERRBIR O EMEZ OV T, 0.05 £ TR 100 mg/mLod
WS CHARG,, IR [EXTIRRL: 23°C (SEHIMA: 23.0 - 23.7°C) ] - Y « & C 6 K] & RN V2
ZEDPHEREN OB, s, FRELIFRECITY, eI Lz
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1722. BHEIEME
17.221. AL
MMC & O'DMN [HEEEE L RFE (AT261, A hT—+ ML FEXSHD) (CCTREE] &b, £
RHEHE (JRJ75h, Lot No.: MID97, RS L RIGREE 145 (ChfiR U CHLEHRE (FRREEO 10 £5)
B RBUIARAC S U — U FRTITo
LA FICERBCRIIN R D et a4, RERE R OSBRI E 2R L.

WEx IR (ug/mL) AR (ug/mL)

SWFRRTERTE S9 mix FN DMN 5000 500
S9 mix #EFIN MMC 1.0 0.1
H foe AL B 7k MMC 0.5 0.05

HABORTEHA: BB DN\ 7 7T 00 RFE—=420b, WGBSR R TEETH
DI,

17222. BAPTOREMRVERE
PARFCOZEME N OB OWTIY, XTHR#YE & U CORIGY, BEEiRON Ny 7 7570 K
F=HE I RL TS Z & & b > THERSH b D LT 5.

17.23. FERBAEEDEY HFL
By, HM%IcEELE.

17.3. HERR

17.3.1.  #ARA

ARERIZIE, AR RS, oy /D= b ROBERIZE LT Y, 7 Mk E H
WIEARERN T — 2 NERER SN, Ny T T RF—=ENENF ¥ A 2= RANDAL —
HEE SROMESERIIEE (CHLAU) Z v iz, FiEiE, 2009 &7 B 22 HIZ DS 77— /31 4 A
F 4IRS FRT N =Ty 7 VERNO AT Uz, HIE, R ZESR Ok - BELE
L, BBRICESL, B L Ch DA GRS 15 B, Yt — FEC 25 A&, MR LIFH: 16.8 Iy
W, v 277 X<t B 2R L, B S CER L. ORI, K3 Nune
) ZMNT3~4 BT LI T, PURICERBRICBIT 2 RS O O E A R L.
AIEBEFEAIHIERER i 3 [a]

P RBETER s 7

72E, TR R A T AR R RERE (G ) TITo7s.
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18. S9 mix

S9 (Lot No.: 10100807 , AV = # MR TEEMASH) 1L, 7=/ 7SV E X — LK R5,6-0
T IR G Uiz 7 WEOMET >~ MCrl:CD (SD)] 35 PT ({KE: 2104+9.0 g) OffEn 5 5E
[R5 H:2010 4510 H 8 B (T2 2011 424 H 7 H), A0SR SR8 E O FAEC v fliE
#%6n Bl SNbOEER L. S9i%, 20104 10 A 28 HIZBA L, -80°C sXEDOMMEIE 7 1
—H— (ULT-1386-5A, Kendro Laboratory Products) PIIZHRAEIRE L7T-.

SOmix 1%, S9 LANOEMEEZRIES L TARE L, TNWEALT T T 4 VF— (02 um,
NALGENE®) Gy L7-%%, BHEAMC S9 Z2/M2 T L7z, S9 mix OALEA LA FI R Lz,

oy S9mix 1 mL FDE: oy S9mix 1 mL D&
S9 0.3 mL Glucose-6-phosphate 5 pmol
MeCl, 5 pmol NADP 4 pmol
KCl 33 pumol HEPES buffer (pH 7.2) 4 pmol
19. BER

Eagle O /0 V70553 % (Bagle’s minimum essential medium) (%, Eagle’s MEM & {55 Hi
(Lot No.: 822962, GIBCO, Y A b No.11095-080) 2, FEM@{L (56°C, 30 43) Li-(F4-mui
(Lot No.: 8108787, GIBCO) % HMEFHIED 10%L 25 L HITINZTHRLILZ. 728, sl
BRI AR 37°C 1R L CfH LU7=. Eagle’s MEM WA EE MDA & LA FIZ s Lz,

(mg/L) (mg/L)
CaCl, (anhyd.) 200 L - Methionine 15
KCl 400 L - Phenylalanine 32
MgSO, (anhyd.) 98 L - Threonine 48
NaCl 6800 L - Tryptophan 10
NaH,PO, -« H,0O 140 L - Tyrosine (disodium salt) 52
D - Glucose 1000 L - Valine 46
Phenol red 10 D - Ca pantothenate 1
L - Arginine « HCI 126 Choline chloride 1
L - Cystine « 2HCI 31 Folic acid 1
L - Glutamine 292 Iso - Inositol 2
L - Histidine HCI - HO 42 Niacinamide 1
L - Isoleucine 52 Pyridoxal + HCI 1
L - Leucine 52 Riboflavin 0.1
L - Lysine « HCL 73 Thiamine « HCI 1

15
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20. FERISIDIAERER UHIRaEE

B v 1T 025% b ) 7y U iR A N A R A FIBE L, 12058 1000 rpm (181 % g), 4°C, 547
[, NGO (CFSRX, i THEREAD), UATIREE (c & v filazEie L-4#%, Hili
BEASIR A N 2 CHRIBIVSEER 2 VEBE U . Z ORI Eaii H oAl 2 i aRkaH R & v v CERIITL,
FREECAY 2 x 10" {B/S mL (2705 & 5 \CHTRE RS A N2 CIRsE L=, aRBE U7 Ryalai &
5mL 95, EA 60 mm OREET v —L (CORNING) |[ZHEE L, 1% 37°C, CO,MEZ 5%\
RE LT RN AFE382% (BNA-121D, T ALy 7S H, BT CO, A v F ai—F—) AT
3 U L= b D& BRI H -,

21. HEAE

21.1. HRRIETEINHISER

Yot R BFEBRICIBT D A FIN L7 anF Y o ORBEE L RET D201, BRI EA5:
7ot B, EEFREALEED S9 mix PN N S9 mix MEARIN & EFeALEE (24 B
3 BT L 7=

2111, EESHENIEE

ADNERRE D 3 H IS LIS, Yy — L DEERRERY BRE, SO mix RN CrIgEmE
RS, BEAKTIRME & A TR IRE 005 mL (2% L CESRIR 4.95 mL DOEIETIIZ,
S9 mix W CIIHBRE TR, BT E & 5 X EMRE 0.05 mL 123t LTSI &
SO mix ZIEA LB (EHEIE : S9mix =5 : 1, vwv) 495mL OEETINZH vF ¥ —TH
INTRS LIS DERN LT, WThoT v — U 6 IR L7221, SHliE e Rk TR
YL, VTR 2 I B2, TR RIR 5.0mL 2A0R, & 617 18 RFRIET
F USRI 23 L=, 708, MRIARIRIASINEE & LR T R S OF T H O A 2 A IR
WL DBIE L.

2112, EiGniEk

HRIBRE D 3 HRIER LIS, Vv — L bEEERA T brE, RS RRg, e
WYE & DV IR E 0.05 mL T3t L THEEIR 495 mL OFIETINZ, # vF IFH—TH
NMTBALIZ O ORI, 24 BEREE LRI 251 Uiz, 7ods, BRIRIINE: & QLB
TR SR OO A B2 RIRIC L VB L.

2113, HRRE
R AL K ONERTALPHE & & [Al—ORBRRE (RFRED) THE L.

THHRA S AR BRI FEIZ W T IZ85%, 10 mmol/L F8240D 1000 pug/mL % e
L L, LITAL 2 T500, 250, 125, 625, 31.3, 15.6 X1N7.81 pg/mL D 8 BE & L, Z0f
ARG A 3RIT 7. F7r, ERIC L HRBRA~OREERFT 5729, HBRCRICEL RITX

16
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720 DMSO ZRatEktig & UTERE L7,

21.14. FRVY—LO
1 T 0 1 DY v — LB,

21.15. HRRHOFA

HIRREO T BREHEAR A O CRHAI L,  SEARTIROE 2 A C KRB IS DO A ER A B
L7z FHANE, 18D v — 1720 3BTV, ZEOFEZE VTR Z RO T-.

50 YorREATINHIRE (B K ICs) 1%, HRDLEAFERD Probit 2 K 0 HHT (AT 2 4 L
7z,

21.16. HEAIETEIIHIGIERHER

21.1.6.1. 5ERMEINIEE (Table 1, 2 K UX Figure 2)

SO mix FINCEBT AHFROAETTEGE, 7.81- 62.5 ug/mL Tt 90%LA EZI/R LT22Y, 125 pg/mL C
1L 65%TH Y, 250 pg/mL LU - DJRE IR Hivzd 7.

Probit #2 X D EH L7= 1Cs 1%, 120 ug/mL TH 7=,

728, BRAEIINE OWUERRE TRAIAT LR bivied o 7z,

SO mix #ERNIMZIT DAMILD/EAEZRIY, 7.81 —62.5 ng/mL Cit 90%LA L& 7R U723, 125 pg/mL
TIE73%TH Y, 250 pg/mL LA EORRIETIIAEMIRIIERD LIV hoT-.

Probit (2 X W HEH U7 ICs 1%, 130 uyg/mL TH-7-.

72¥, FRIREKININ R MR T RFIZHT IR Hiven -7

21.1.6.2. EFAOEEL (Table 3 % 1" Figure 3)

AR EAFRIT, 7.81-31.3 pg/mL Tik 90%LL E&I/R U723, 62.5 pg/mL LA CrIIEn N
BIHENEOMIERD L, 250 pg/mL DL _EOREEECIANIIIEED HRn - 7.

Probit {28 0 B L72 ICs 1, 91 ug/mL Toh-o7=.

723, BRI OIS T RECATHIERRD bR o 7.

21.2. REEEEHER

AR, EHFEERED SO mix TR TN S9 mix MEASIN & HGHLEEE (24 HFEINER) @ 3 RFIT
EhE L.

17
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2121,  EELEE
2111 R LIZRIC I Y SR EaREEE, B R E R O R E O & LTz
Bo e TR L 2oV T FRE DML Tob L 7=

BB T Bttt H B P S9 mix MEM $4#1K
S9 mix FEHFAN 0.5 mL — 45mL
S9 mix 0 0.5mL 0.75 mL 3.75mL

21.22. EFnmEE
21.12. ORUTZHBIZE D R ERRE, Wk B E % O B E DAL % U7,
B et FRU L L2 DU N T R AR ORHB T L 7=

AL S Rt PR 1R S9 mix MEM 52581k
24 W5 0.5 mL — 45mL

2123. HEREE

AR PIHRRER DFE R D, AT T anF oD Gy MOMROAFEREFEED, S5

40 pg/ml (FEREUFEDRIERBEIIAL 2) 128V 4 BERE L. T730bb, ariasEo

S9 mix #MBKE N S9 mix MEANNTIL 40, 80, 120 KN 160 pg/mL, EAALERETIX 20, 40, 80 &

120 pg/ml & Lz,

SUPHEELE, SRCRAIZ &R, R (k& —), BT (DMSO) M UG
REFERE G T2, e iR & U CARF LA D SO mix NI DMN (500 pg/mL), S9 mix M

INZEXMMC (0.1 pg/mL) %, EEEALEAIZ (3 MMC (0.05 pg/mL) % HV .

2124, FERAVY—LE
1IRIEYS T2 3D v — L 2R L, Mo OFHHITIC 14, GeBAREAPERNC 2 7=,

21.25. HBEOEHA
MR X5 B R MR T A 70, HERE, AR, BRMET I R OB IE L2 DU - CHIRREL
OFRAZTT -7, HREOELE, 2115 CRUFFEICL Y £ L7,

2126. 1ERDEHR

SRS IALER L R USERALERIE OV U T b, Bf& TH0 2 FFRTATIC 10 pg/mL ?}%fm 2k
I NREER Sy — L2011 mL N L C, AR A 5E. HBEk 7H, £ v —112025%
MUY R R 3 mL N TR A FIE L, 28 0o L 0 il R U721k, 75 mmol/Li’ﬁ
b7 ) U SRR CIRIRALER (37°C, 15 43[H]) % L7z, {RIRIERASE T L7z, BUNROIEEL,

18
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A& )= ERBE 31 OFIETRAE L OKE L EER CRKEEZITV, RIS ER CHiluE
WA LTz, ZOMIRBERE AT A K75 A2 LO 2 »PTc—3 2 T L Cllaz a0,
H7 I8, 2% Giemsa Yefaiid © 15 ofidta L.

ATA FEARTL v — %70 3KERL, SRR Ta— REZEEI0 77

213. # 5l

Uy IR, AERE S, YR EA U E S, R, S9 mix DA (GERFRALEEE) X
VIR (ERULEER) ZRCA LT

ATA FEAR, BIERTRIGAURE S, $OEA (IR ES, RE, B9 S9mix O
A ERFRIALERE) SUSSSERIR (IRRLEREE), ARAMERE ATUA L2 T~V ERED (1T 72

22. FBAEBOEHE
22.1. TERERDEE
BRI OBIEIZIT 400 17, HEERFEOBIEZIZIT 1000 50 ) — 83— o X LTz,

222. $MRADEREH

BB ST HETEHROMIEE, 1 vy — 14720 10018, 1RAEY47-9 200 [FEFE U712, A
OBIERIT 2 — REFIEATY, BEMSE L REBRE L OBRAE, PEARZEBEBLILHIAT T
L, FERFREAAEEED SO mix FERIND 160 pg/mL, SEFEALERED 120 ug/ml T, S50k~
b, HHTHHROBERN TE o7,

223. RBEHEEEDHE

Yuea fRFEIE, BAORSE RERFIZOE L. R FEIIEEIE (polyploid) & UMZENE{ L
(endoreduplication) ZHHEXIR L L, #EERFEILIF v v 7 (gap), L BAGIKr (chromatid break,
LUF ctb), GetnATULIET (chromosome break, LT csb), Yufn/rARIA5He (chromatid exchange, LA
N cte), YofABUAZHE (chromosome exchange, LA I cse), Wih{l (fragmentation, LA I frg) (25540
L, ZILHOGRERER 2479 DMl A AR | H & L TRk L7z, ds, ¥y v/ L8k
HIREEL, R TREMEOE A S HOE /R EICh 5 b DEF v v L L, FAl—# B
SITTH TS DU E Lens, B 3F—# B s o CHIRREs B3 s IR L 0 R
XWNHOITEIRTE L7e, YaRERORENY, ¥y v 7250750 L E80RWES LT3 T
AR L7z

23. FABRDAII M
BRI X DR~ OB 2L, AR ORMEGRIZIW T, v v 7S OEERE ©

19
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AT DO HIRFED S%ERR T, HMHRRIZIBUW TN v » T LS O E RN 2 A9 D
DOILBBEE D 10%LL LA 7R LT AR BRS E Uz, 20k, BBRlsk Dy 7 7o 00 55—
A % Attachment 1 & UL CIRft L7,

24, WRETPHIITE
QiR B 2 AT HMROHIRIL, FTRROHELE I - /oo A BEFREI M TOR -7,

25. ¥IEEE

RERORERIL, FRE SR 20T HMROHEBIRN S%ARWE S L, 5% E 10%
Kima S Lz, S HICZFOHBIERN 10%L LA/~ L, REIKT L TN L7256 2 Bk
& L7 B, MERFOROARE G OMILOHERIL, Fv v 7B 356 L a0R0ES
THHL, vy 728000 ENOHBRTHE L.
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26. HERHER

26.1. 5ERFHENEEE (Table4, 5 MTF Appendix 1, 2)

26.1.1.  S9 mix &N

AFN T a T L EREE OB B O HERERIE, T T OPEE T 1.0%L T et th o
7o, FERS, HEERTTHRO MY, TOSTORET 1.5%U T LR TH T
HROAIFRIT, 40 pg/mL TIE 101% TH 7275, 80 pg/mL TIiE 87%, 120 pg/mL TiE 64%,
ENEED 160 pg/mL T 37% T o 7.

FRRESIN R OVUEREES T HRHIAT IR e do 7.

MR ORI R E RO HBRIT 1.0%, MEEFHROMBLIRIT 05% Th o7z, Bk
(DMN: 500 pg/mL) (23317 2 B B FHlao HEARIT 0.5%, HEEEMROHIRIL 61.0% Th
oSz, Fiz, EAKTBROREIEEMIEO HEBET 0.5%, MEREMIEOHERT 15%Th o7,

26.1.2.  S9 mix EZIN

AF N T msFe Y B O BB O IR, TS CTORE T 1.0%LL M ERETH-
7. [FRRIZ, MEERFEAROHERRS, TN TORET L0% T LM Th o7, B, Kl
FED 160 pg/mL T, FHyZHMEI 0O 77 b5y 24 WM OBIZR N TE 2o 7o

HIZOATERI, 40 pg/mL TiX 95% T 7273, 80 ug/mL Tl 78%, 120 pg/mL TiX 69%, i
D 160 pg/mL TiE 14% TH - 7=

FRARHE AN M MRS TRRZAT N 38D Hivie o 7.

BEstEset HR OO 2 B OMETE BRI O HILRIT 0% Tdh - 7. BB (MMC: 0.1 pg/mlL) 1258415
B EAROH BT 0%, &R EAIROMBET 480% Th ol £, BAKHRORE)E
TR OHEERIT 1.0%, FHERFHIOHERIL 05% Th o 7.

26.2. E&GFAMEBE (Table 6 & U} Appendix 3)

A TN 7 e sFe Y AUEEORERE MBSO HERERIT, TS TORKT LO%LLT ERMETHh-o
7=, FRRIC, HEREAIROHERL, TR CORETLI%U T EEIEThoT-. o, KeiE
JIE0> 120 ug/mL ThE, FINEZHMHI O 72y BRI OBER N TE o T2,

AIRAOAEATERIL, 20 pg/mL TIHL 98% TH 7273, 40 pg/mL Tl 80%, 80 pg/mL TiX 56%, K
B 120 pg/mL Tl 41% TH - 7-.

RRIATRESN B QLR T RETHT HIIIEERD H e dso 7.

Rt B OB R FEMIAO (LBRIT 0%, #ERFHROLBIRIT 1.0% Th o7z, e
(MMC: 0.05 pg/mL) (23317 28 RAHRE O HEERIT 1.0%, #ERFHIaOHEAIT 42.5% Th
ol i, BHEHROBEIEEMIO HEHEIT 0.5%, HEREFAROHIRET 0% ThH 7.
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27. & =B

AFN T an~Feth o DR EFREOA L, (TR (CHLIU i) MW, £
WETEIAVERYE (6 HEMEIALERD S9 mix FRANE R SO mix #EFSAN) & Efpe\EEE (24 HEEIALEE) CTRETL
7-.

ATV Tt U AERRE OB E ML M OaE B Ao BRI, v \fﬂ@%ﬁ%ﬁ? 2l
BWTH, 5% -T2, ATV 7 a~F T o IBeRE N OREERE OV T L
 AOVAAALNORY 5 oy g WA
JE AL B OV ALEE DA RER R YN I T, Fallc B8 R OMEME X RER O R A R

i, %C‘SﬁODEEi%{ﬁF%‘?%f:T%@T&;o?‘: F7z, AL L TCHWEm AT Y ) —L (l&tﬁsﬁﬂg)
B A YROMEEEFERL, FRBRIIE S S%RECTHY, BHEIRERICOIT AL
?57) Eﬂfoﬁ Mo,

PALEDRER, BEROKMTTICBNT, AFNT 7 P AZRBEREEFR TRV & HE
T5.

28. X Wk

1) AF N v~ H o OEARF T O E MR R (uit%géﬁ
092330), A tEHANA AV S —F& & — PEHZT; 2010.
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Table 1. Cell growth inhibition test of methylcyclohexane with cultured CHL cells -The short treatment method: +S9 mix-

Concentration Exposure-Recovery

Test substance (ug/mL) (tr) No. of cells (x 104/plate) Survival ratio a)(%) ICso (ug/mL)
Ncgative control - 6-18 68 100 -
Vehicle control - 6-18 68 100 -
7.81 6-18 67 99
15.6 6-18 66 97
31.3 6-18 65 96
Methylcyclohexane 625 o-18 ol %0 120
125 6-18 44 65
250 6-18 0 0
500 6-18 0 0
1000 6-18 0 0

Negative control: Dimethyl sulfoxide.

Vehicle control : Ethanol, dehydrated.

a): (Methylcyclohexane treated group or negative control / Vehicle control)x100.
No precipitates were noted at any concentration in culture fluid.
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Table 2. Cell growth inhibition test of methylcyclohexane with cultured CHL cells  -The short treatment method: —S9 mix-

Concentration Exposure-Recovery

Test substance (ug/mL) () No. of cells (x 104/p1ate) Survival ratio a)(%) ICs (ug/mL)
Negative control - 6-18 61 102 -
Vehicle control - 6-18 60 100 -
7.81 6-18 58 97
15.6 6-18 61 102
31.3 6-18 60 100
Methylcyclohexane 62.5 618 > %0 130
125 6-18 44 73
250 6-18 0 0
500 6-18 0 0
1000 6-18 0 0

Negative control: Dimethyl sulfoxide.

Vehicle control : Ethanol, dehydrated.

a): (Methylcyclohexane treated group or negative control / Vehicle control)x 100.
No precipitates were noted at any concentration in culture fluid.
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Table 3. Cell growth inhibition test of methylcyclohexane with cultured CHL cells

-The continuous treatment method: 24 hr-

Study No. 970830

Concentration

Exposure-Recovery

Test substance (ug/mL) (br) No. of cells (x 104/p1ate) Survival ratio a)(%) ICs (ug/mL)
Negative control - 24-0 61 100 -
Vehicle control - 24-0 61 100 -
7.81 24-0 61 100
15.6 24-0 59 97
31.3 24-0 58 95
Methylcyclohexane 62.5 240 Y 7 91
125 24-0 24 39
250 24-0 0 0
500 24-0 0 0
1000 24-0 0 0

Negative control: Dimethyl sulfoxide.
Vehicle control : Ethanol, dehydrated.

a): (Methylcyclohexane treated group or negative control / Vehicle control)x100.

No precipitates were noted at any concentration in culture fluid.
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Table4. Chromosomal aberration test of methylcyclohexane with cultured CHL cells  -The shott treatment method: +S9 mix-

Study No. 970830

Nurmerical abetration Structural aberrations
Noofcells -
Exposure-  Noof 9 ; i o Survival
Test substance il Recovery - metaphase NO.Otj NO-O-f . ? Tyr()?mna?l?argggﬂs o Incu‘i’m b Tee
(ng/mL) (o) examined  Pobyploid  endoreduplicaion | Judgerent® chromosome (%) Judgement %)
olls odlls (%) abemation
gap ctb csb cte cse fig (tg) (g (g (@

Negative control - 6-18 200 2 0 1.0 - 0 0 0 1 0 0 1 1 05 05 - 103
Vehicle control - 6-18 200 1 0 0.5 - 0 2 0 1 0 0 3 3 15 15 - 100
40 6-18 200 0 0 0 - 60 2 0 1 0 0 3 3 15 15 - 101

80 6-18 200 1 0 0.5 - 0 0 0 0 0 0 O 0 0 0 - 87

Methylcyclohexanc

120 6-18 200 1 0 0.5 - 0o 1 0 2 0 0 2 2 10 10 - 64

160 6-18 200 2 0 1.0 - 0 0o 0 0 0 0 o0 0 0 0 - 37

Dimcthynitrosamine 500 6-18 200 1 0 0.5 - 0 51 3 93 2 1 122 122 610 610 + 88

Negative control: Dimethyl sulfoxide.
Vehicle control : Ethanol, dehydrated.

a):  (Numerical aberration cells / observed metaphase cells) x 100.

b):  Judged on the basis of incidence as; — negative (less than 5.0%); : equivocal (5.0% or higher to less than 10.0%); +: positive (10.0% or higher).
¢):  ctb: chromatid break; csb: chromosome break; cte: chromatid exchange; cse: chromosome exchange; frg: fragmentation.

d):  (Cells with structural chromosome aberration / observed metaphase cells) x 100.

e). (Methylcyclohexane treated group or negative control or positive control / vehicle control) x 100.

(+g): Total aberrant cells including the gap; (-g): total aberrant cells excluding the gap.

No precipitates were noted at any concentration in culture fluid at the initiation and the completion of treatment.
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Table 5. Chromosomal aberration test of methylcyclohexane with cultured CHL cells  -The shott treatment method: —-S9 mix-
Nurmenical aberration Structural abemrations
Noofcells :
. Exposure-  Noof . . . Survival
Concentration Noof Noof . Types? and numbers with Incidence® .
substance R metaphase 9 " rtio®
Tt (ngml) ec&)]g ey eamined  Pobyploid - endoreduplication Incidence Judgement® (cumulative) chromosome %) Judgement® (04
el el (o) abetration °
gap ctb csb cte cse fig (tg) (@ (o) (©
Negative control - 6-18 200 0 0 0 - 0 0 0 0 0 0 © 0 0 0 - 97
Vehicle control - 6-18 200 2 0 10 - 0 0 0 I 0 0 1 1 05 05 - 100
40 6-18 200 2 0 1.0 - 0 0 0 0 0 0 O 0 0 0 - 95
80 6-18 200 1 0 05 - 0 0 0 2 0 0 2 2 10 10 - 78
Methylcyclohexane
120 6-18 200 1 0 05 - 6 0 0 0 0 0 O 0 0 0 - 69
160 6-18 NM? - - - - - ... L. - - - 14
MitomycinC 0.1 6-18 200 0 0 0 - 0 48 1 57 1 1 9 9 480 480 + 80

Negative control: Dimethyl sulfoxide.
Vehicle control : Ethanol, dehydrated.

a):
b):
c):
d):
e):
f):

(Numerical aberration cells / observed metaphase cells) x 100.
Judged on the basis of incidence as; —: negative (less than 5.0%); +: equivocal (5.0% or higher to less than 10.0%); +: positive (10.0% or higher).
ctb: chromatid break; csb: chromosome break; cte: chromatid exchange; cse: chromosome exchange; frg;: fragmentation.
(Cells with structural chromosome aberration / observed metaphase cells) x 100.
{(Methylcyclohexane treated group or negative control or positive control / vehicle control) x 100.
No metaphase cells were observed.

(+g): Total aberrant cells including the gap; (-g): total aberrant cells excluding the gap.
No precipitates were noted at any concentration in culture fluid at the initiation and the completion of treatment.
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Table 6. Chromosomal aberration test of methylcyclohexane with cultured CHL cells  -The continuous treatment method: 24 hr-

Numerical aberation Structural aberrations

Noofcells i
G . Exposure-  Noof . " ; dence? Survival

Totsiance o Reeovery mephie LU T L vae) oo Im(% fudgernent

T (1]
() examined cells cells (%) abetration )
gp cb b e e fig (g B B @

Negative control - 240 200 0 0 0 - 6 2 0 0 0 0 2 2 10 10 - 98
Vehicle control - 24-0 200 1 0 05 - 0 0 0 0 0 0 O 0 0 0 - 100
20 24-0 200 2 0 10 - 0 3 0 2 0 0 5 S 25 25 — 98

40 240 200 1 0 0.5 - 6 2 0 2 0 0 3 3 15 15 - 80

Methylcyclohexane

80 24-0 200 2 0 10 - 01 0 0 0 0 1 1 05 05 - 56

120 240 NM? - - - . - - - 41

Mitomycin C 0.05 240 200 2 0 1.0 - 0 49 2 42 1 0 85 8 425 425 + 89

Negative control: Dimethyl sulfoxide.
Vehicle control : Ethanol, dehydrated.
a):  (Numerical aberration cells / observed metaphase cells) x 100.
b): Judged on the basis of incidence as; — negative (less than 5.0%); =: equivocal (5.0% or higher to less than 10.0%); +: positive (10.0% or higher).
¢):  ctb: chromatid break; csb: chromosome break; cte: chromatid exchange; cse: chromosome exchange; frg: fragmentation.
d):  (Cells with structural chromosome aberration / observed metaphase cells) x 100.
¢): (Methylcyclohexane treated group or negative control or positive control / vehicle control) x 100.
f):  No metaphase cells were observed.
(tg): Total aberrant cells including the gap; (-g): total aberrant cells excluding the gap.
No precipitates were noted at any concentration in culture fluid at the initiation and the completion of treatment.
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Figure 1. Chemical structure of methylcyclohexane.
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Survival ratio (%)

Study No.970830

The short treatment method
—&— Treated for 6 hr with S9 mix

—— Treated for 6 hr without S9 mix

125 +

100 + |

75 +

50 +

25 +

0 } t } } } t L |
Negative 7.81 15.6 313 62.5 125 250 500 1000
control
Concentration (pg/mL)

Figure 2. Cell growth inhibition test of methylcy clohexane with cultured CHL cells.
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The continuous treatment method

—&— Treated for 24 hr
125 +
100 + ¢
S 75+
©
8
=
2z
E 50 4
w2
25 +
0 } } } } } } L 4 L
Negative 7.81 15.6 31.3 62.5 125 250 500 1000
control

Concentration (pg/mL)
Figure 3. Cell growth inhibition test of methy lcy clohexane with cultured CHL cells.
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