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E:35)

B —Cyclodextrin, 2-hydroxypropyl ethers ® CHL/IU fijf (F ¥ A =— R\ bAZ— Wi 3) % 8
WHREERRERBREERL £ REEREFRELT T,

REREDT-OIZERL I FETEIF RO R LG LI, TN TORBREM (S9 mix FEFET
BEOTEE T O S RAE, 24 FERERAER) 17350V T 5.0 mg/mL S B AE LU LT O AR
EFRELCRABFEREABRLERL V

S9 mix FETEE T OERFEANIE0.63, 1.3, 2.5, 5.0 mg/mL (AL 2)
S9 mix f21F F O RFRALIER 063, 1.3, 2.5, 5.0 mg/mL (AL 2)
24 B ERFALER:0.31, 0.63, 1.3, 2.5, 5.0 mg/mL (ALt 2)

7nE. WIRBRORE R, T X COWEBRYE IR COIEBRLAR R JOMLEE R T RIS R ik Ik
BAIRBO LIV oT,

Qe RIS D EHE L 7oy SRR B O TR RAD LI T AIRE R B E A R EL, TORE
EELLTO 3 REBEBIEIREL

S9 mix FETEE FOERFRIALEE 1.3, 2.5, 5.0 mg/mL
S9 mix Z7F T O AL - 1.3, 2.5, 5.0 mg/mL
24 WEREELALER 1.3, 2.5, 5.0 mg/mL

LEESGITORER, TN TOLEEH THERE2H oML OEBEMIaDOREEH£rCH
BEREINIRAHoNehoT,

BB EBEYWE THS B - /a T X AN AT OV TUIF v A =— K N LAY —EEE ML DY
EERREHRRBIOEIREREERR TREDKERPIFELN TV,

PLEDFERIY, B -cyclodextrin, 2-hydroxypropyl ethers |ZAFER ST C CHL/IU MR IC G fa (K
BEELFRLURWEERLI,

HERE M

B —Cyclodextrin, 2-hydroxypropyl ethers DR EFRIER LT 578, £D CHL/IU #kaz
AVWa e ERERBREEEL,
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HERHARFSA2EGLP

ARBIL, [HHREEWE S RERROFIEICTOWT ) (Fik 23 £ 3 A 31 BAHT, TAF 0331
BT EEAEFBEEERLFR. K 23-03-29 HEE 5 BRFELLENEELRE. BRERE
110331009 FRIFEEHRSREBRBREM) IZELL ., THHCEVES IR EE T 585
FaE R HHEYE ) (ERL 23 4 3 A 31 RAHT, ERF 0331 5 8 SEATHEEERAELFBE. Tk
23-03-29 FHE 6 SRFEFEAMEEERR. BHREFESE 110331010 SREAHREGREBREERE
W) ZWSFLCEMELIZ,

M ETE

1. #BMmE

HERYE TH% B ~cyclodextrin, 2-hydroxypropyl ethers[{b.%#4 (Bll4) : 2-kNa¥ 7 B’ - -+
77 % AR BEFR:B-CH, CAS No.:128446-35-5, 5 F3.: CeH, 10000 20 F 81 1541.54, o hE
% TLN0205, & &:99.7%, Appendix 1 BRI, BEDHKRTHD, #EMEOWEL FHMERE S
appendix 2 1o, sz . s cmm o= g
20.1~25.5°C) . IR T THRE L7,

TR EFEOREEIZONTE, ”HAEREET — &2 —hIC, — IR E THHIENE
HIN T3, T, ¥R\, ZREELEBRYE S BV CEBRBLGT GHIE R 2012 4
11 A7 H)BIOERKTHZGIER 20134F 2 A 19 ) IZ7—VEBRNSHEHEFER TR
SR AT ML ERIEL ., E OB ERERICE DN 2R L7 (Appendix 3),

2. BEtExtRRYE

S9 mix FEFETOERFMAEILID 24 FEFLEROBEEGBYELL TxAhvA2 v C
(MMC, v hEE :558AAA, HFNBREES D) 2 V2, $72, S9 mix TF1E T 0043 R R LWL D st
BB LU 7aRA77IN (CP, vy EE:120M1253V, Sigma Chemical) & AV iz,

RER T, TNOOBMEX BB S B BESAK (2o &5 K2B90, REERIETH) ICEML, K
FERAT (-30°C) LB (MMC: 20 png/ml, CP:1 mg/mL, ## A :MMC 35108 CP 112 2012 4F 10 A
5 B) & AL T, R 6 4 H LAPICEERIC AV,

3. HB&EEE 41

CHL/IU fifa ik, Be @Rt —RA 25 AT, A ENZ WD TG AR R E ORI E Hah T
%o ZORBNA% JCRB A S 7 S0 AT (1988 4F 2 A 10 B AT, AFREOMAEL 4) L, #HE . iR
22 38 (G HP IS RS PR AT (B OREH 23) Uiz, EOHII (FF NIRRT 15 BER, ~ A= 7"F X< adif
YuipL) %, BT L REAR 2 4% CRA A A B 3550 J6 O 8 1R (Y A 3 3 TRl Ve,
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BRI, A4 ILIE (CS, my hER:990250, GIBCO) % 10 vol%¥sML7i=1A—2 L MEM 43K
(10%CS/MEM) Z R\, CO, A2 Fa~X—F— (5%CO0,, 37 °C OINESMHT)NTEEL:, 1—7 L
MEM I, A—27 v MEM it = 21 O3 (B KBEEE) 4.7 g I2RERIKE 500 mL Iz CIRAR
L. BEAKEHE (121 °C, 15 7)) LI=b DIz, L-7 A3 (A KBEE) 245 0.15 g, 10 w/v%NaHCO, 7k
WA 10 mL #|EIICHIML CREL,

4. 89 RUSHR

S9 (b5 :RAA-655, 2012 £ 9 A 14 RELE, Fya—< )L, 7=/ 18—k 5,6-0
TR a5 U2 T BEORE Sprague-Dawley R 7Y MORFIEMN OB LU I=bDEEAL | F ARFE Tl
EIRAE (-80°C) IcfRE L, ®iEH% 6 » ALINIZEALE, Zva—2-6-U B (G-6-P, Sigma) , p~==
FUTINT T = UXIVAFRY B (B-NADP, AV VAR T 3) 38 LN KCL R RKIZIED L,
BERELCRIKERE (-80°C) IZfRE L, AR R 6 » A LIAIZME D 1IZZhic 89, MgCl, BV
HEPES (pH 7.2) Z/1%., S9 mix & L7z, 3RERIZIE 10%CS/MEM:S9 mix % 22:5 DEISTIRFILZ S9 K
IS E AT (B OB EIEE 5 volb S9. 0.83 mmol/L G-6-P, 0.67 mmol/L B-NADP-, 0.83
mmol/L MgCl,. 5.5 mmol/L KCl, 0.67 mmol/L HEPES) ,

5. WEBRMERRIROFRR

B TR OB, R E IRV E LB E KIS LI enb L CH B
K (o hE 5 C23VS1, FHUE) 2 v iz,

WERHEEEEL-OL, B (B BEAAA) 2% CRIK (50 mg/mL) Z ARFRELZ, TORIK
IR CEEANL CFRLORECHBMERMRLHBL, ZNOOFRKE 10 volWiINL TILER
217272,

(400 e 54 08 7 1 R

0.781. 1.56, 3.13, 6.25, 12.5, 25.0, 50.0 mg/mL (ZA kL 2)

(G fk R H R

3.13, 6.25, 12.5\’25.0\ 50.0 mg/mL (Z2tk 2)

B, WERYE T RR (FR) AR B RICEY, B2, 8iE, BAEOE (LN LE R
7o

W EORE R COREMIZOWTIL, BEFFRFTICB O TAR. BT CRE RERE 4~
5°C) L7= 5.00 mg/mL IEIER LT 200 meg/mL IIRICOW TR E RAELR O RS 8 HEOLEM
ZHER LT (7 751 Appendix 4 288), 5.00 mg/mL ERICOWTITFAMBEZBLOFHE 8 HE O
IS ED 96.T%IS LN 99.2%, B HIEMEDIZHDEN 94.7~105.9%, FHFRFFERIL 102.6%ThH-o7-,
F7-, 200 mg/mL BRICHOWTTARMERIBIURE 8 HEOFHEZED 100.2%F LT 96.5%, -7
EMEDOIES>ET 99.6%~100.6%, FHIFERTFRIL 96.4% ThH o7, ZILOOREMIL, Wb REBREHE
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BU-HFAEEOHFEN GIMNBESRBLIUEE RO ESEN, FNENFHREED 90.0~110.0%.
BREEDIZLSENEFNFNFLED 90.0~110.0%LL P, FHELE 1% O FEH R EMEIZ T DIRE
DFETFROILLEHED 90.0%LL L) Th-o7= (Appendix 5) o

6. FRRRSETEHNA]RER

LeEfFRERARICAVIERYEONBRELZRE T2, RBRIETARTAITHW 5.0
mg/mL &R AL ERRE L5 T JRERE(0.078~5.0 mg/mL, 2k 2) 288 U CHERa BERE 1| S BR & 52
L7,

CHL/IU #ifa% 0.25% N 7" > R E V- CEa L=tk ., 4 X 10°8E/mL OHIfaSREKREL ., ZD 5 ml
@X10YE) T FAF 7T 40 = (B 6 cm) ICHEREL, 555544 3 A BICLL T O FIECEFRIL
B L ONERAEZ T o7,

SO mix FFELETBIVCEET CERBLUETLISES, &ET v aDERBRETNLEN
10%CS/MEM 8L 89 FUNKRE R (2.7 mL/ T 1vir=) LTtk FEEE (BRIERIR) Soi3 & B E OS5
WE AL 10 vol¥RAl (300 uL/F (i =) L 6 BERIALER L 7=, 40FR1% . MEM (MLiER5) THESL .
10%CS/MEM(5 mL/7 4y =) TIbIZ 18 HEfIE & LTz, LI T 55 GIIE T v DRI
10%CS/MEM &23#1 (4.5 mL/ 7 1vir=) Lotk B (R MEXTRR) 38 R E OB E R E 10
vol%¥RAN (500 pL/7 v =) L 24 BB LT, BBE2 DT 4w 2k Rz, E7c, (BB IARER X
UME TR BT A58 IR R DL By O 4 BIIR TR~

B T 4 BERRIRE R CL 10 vols L=V L KIRIR CHBaZ B ELIZD 5, 0.1%7 YRS Lo (3 L
v NETYE L, BarE s BB D90 BRI B AL ER BE O MR AR 27 FE % BE B 1 2 AR BE 31 (MI-60,, &Y
RANETE) CRIEL ., IR ORIEL L,

7. QiR EEHER

FAETE I H B LTI RICRR S TR AR ER R AT,

AR IETE N BBR O RED LT N TORHESEMHT 5.0 mg/mL ZHRERAELL. S9 mix FFFEET
BIOFE T OER ML TIZANLL 2 T 4 RERE, 24 FeRTEFLE TIZAK 2 TH REMEAHREL
Too SHIZEAME (Fath) M BB B L OB MERT REG R IT T, L BEHTV 4D T v = (7272 LR
BHIREAAEARERE 2 OH) AV, T05 2 MITRAREREZERL, ZVD 2 B>\ T
B 2 e MR B S KO MR s T SR A TE LT

BEME S FREEIC DUV T, B5RTE % 10% CS/MEM F721% S9 MUGTREAZHEL 7= 1% IR 2V LIRS
FAELR ORI B BIES A AZ 10 vol%lZ /=05, MMC (20 pg/mL) %, S9 mix FETETE T D4R
RERCIE 15 pb/T 4y = (BRI EE 0.1 pg/mL) | R T 12.6 pl/T 4y = (BHEIREE:0.05
pg/mL) FRINL7=, S9 mix fE7E T ORI CIX CP (1 mg/mL) % 30 pL/T oy i = (BKIBE 10
ng/mL) BANLTz, 7238 MMC BL O CPIZZNbDRE TR EKDOEERFEFERTHILENMLNT
W5 FT- . et BBEE R L OB E ALERERIC DL T, A BRIARF B L UMLK T RFIC 238 Ik R
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DI OH EAE AR CHRH~T,

BEEERMERADOT (v 2l 00T, BERETO 2 BN, 2VEIRERKEEN 0.1
pg/mL AT/ D IOITHINL T, 5B T 12, BEERE T 0.02 w/v% EDTA & PBS(Ca® LU Mg*
RE)V 2T 402720 5 mL MA TR T L0 ZIIN L ML E g o L., Hiias
AR L (1400 rpm. 5 43) L. EIEA#E T2, 3 mL OEIEH (0.075 mol/L KCI KK 2Nz, %
30 25 FESR A 21T o, (KIRAER | BEEIR (AY ) —/V OKEEE=3:1(v/v)) % 6 mL NZ TEICHE
BL,EILLTz, 0%, BEE#E T BUOFBLREEREMA CRIELZ, ZOBEERIELZELIZ 1 [E
1To71%, PEOEEREMZ THIREZREL, 2OV BEATARTTA(HE LD T RAMESITH
BREE, 23— REEBIUOATAREELZEA) LITETL, ZOFERFEL, 1| Ty ablzh 6 Ko
ATGAREAEERLT,

VERLT=RFARNIEARZE 70 voloAY ) — /ZEERIELTZDD 3 volh¥F 59 (pH 6.8 ¢ 1/15 mol/L Y
VERTEER TR T8 ok, KEAKTT TV TRELE,

8. QafRotT

Y R HTIZ LT 1 T Ayl ahnbBbiiz 1 MOEREZ AWV TEREDE N F LS KD
S3HT (500 FHAR/REAR) ZATVN, 0.5% KD FEHE R U B A 1T R AR ST REEL IR L, 5547 FT4E
REEEELENIVED 2 BELBESSRLLE,

Fyvra 1 BPLBLNIZATANER 4 ¥k 4 AOBEENENE LIRS0 BRI
T LTz, BB R IIRDY | > 0RRL TORWDHP B EIRL. 1 BEH720 200 & (100 HAa/
T vz, 25 M/ BEE) ORI (R EEE:23~27 R) IO W THEERFE OB, |
EEd7-1 800 & (400 ML/ T 4> =, 100 MR/ BEE) DL AP HMIZIZ OV TSR MR (L tals
$3 38 AL b)) DB AT, TORERICE SNV UBE R B A R DM LS EUIERR O B R A KD
7

Froy 7 BLOYBAMRABEEREOLEIL, AARBELRREZR - WILEBMRBRL B2 Vicdss
BRI E SV T T o7, Fry 7 BIUEIRNC OW T A S RIEL0b O FE R GBI 2 Yy 7,
FLLEEDORVEDETIWEEEL, Fry VI oW TSR FEFREOHE I ED RN EE
L7z,

Y KO ERE (X vy 725D 28 TR LOMBEE MR O HEEKIZ DV, Bt xR R
CHE BRI E ALEREE R 30 L O F FREER] T T T v — DEERERIE (0€0.01, AN ICIVEEER
EEEMLT, INOORERRESELL, EMFHRBANLOHEINKL TREFREF M
DFMER ST 7,
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FREDIENTELGDS-HBRDEEEICEEZRIFZTEVOHIZFERVHRTEZECE DN
o=l

AREBRYE P, [FRITBZENTERMSTERBROEEMEICEEL RIT TR O OHAEER R
BREFEEIC DT 2 132 Do T,

HEBERESLUER

FEREDT-OICER U7 M EFEMHEIREBRORE R, T X CORBREMT 5.0 mg/mL OEEIZE
WTh 50%% 2 SRS TEMIHIE R IZRD LIV o, F2, ARBEORKR., ¢+ XToHRYY
RLERFE TALERBA AART 30 L OMAER ML T RAZ BRI P IS IR IRE D a7z d> o 7 (Figure 1),

L EDOFERIY, X TORBREMHT5.0mg/mL AR mAEREL LU CTROBEMAREL, 16
EEERBREERLI,

SO mix FEFETE F OB 0.63, 1.3, 2.5, 5.0 mg/mL (/A H: 2)
S9 mix fE7E FOERFHILLEE:0.63, 1.3, 2.5, 5.0 mg/mL (AL 2)
24 BRREFRALER 0.31, 0.63, 1.3, 2.5, 5.0 mg/mL (LA ke 2)

BB, ARBEORRE, X COWBRYE NHEE COIRB AR JUMLEE TR FRE Pt
BIRb ohienot,

Qe OIS LR L 72 0 RO ST ORE R, ST AR R R BEI, T TORREM
T 5.0 mg/mL &72o7cZMh, FOREEZ ST TR 3 BREMIBENRLLE,

S9 mix FETEFE T OERFRILALEE 1.3, 2.5, 5.0 mg/mL
S9 mix £7E FOOERFREILEE 1.3, 2.5, 5.0 mg/mL
24 B EFT AL 1.3, 2.5, 5.0 mg/mL

Yt KT ORER, TN TOLBRMEICBOW T, #ERELH TAHEBL OB RO

ZHNCH BEIMITFD HIen o7 (Table 1, Table 2, Table 3),

B E ST BRI E & L TRV MMC 1, S9 mix FETEIE RO RER LR 36 L ONEFALERIZ F5\ T AR
DOIEEREZFRL, CPIL 59 mix 7F1E FTOERMABEICE WV THRAKOEERELZFR L, Zhb
DFERLIY, REBRROK RS (Table 1, Table 2, Table 3),

B ~Cyclodextrin, 2~hydroxypropyl ethers i3, ¥AFFERT CEMEL /-MIEZ RO IHEALTERABR
(REAE B :M-12—018) CIXEMEDOREENBLN TN, 2B, ERWE THD - 7/nT ANV
DNTIL, FrA=—X N LAY —FEEMRE RO DR EAEEARBIOEIREAREEABR TR

{0

k=1

10
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DERENELI TG 29,
PLED#ERLY. B -cyclodextrin, 2-hydroxypropyl ethers (&, AFRER G4 T ¢ CHL/IU HifaI- Yufs

KEEEZFRULWERERLL,
SE R

) BAREZERFS -HABYRBRIB &R [LEDEI I LA EKEE T2, SIAES,
A (1988)
2) HRXREME BHE, AR EERBRT —FE, WFE 1998 FhK. Life-Science Information Center,

FH(1998) | p151-152
3) GEEE EE. BAEMERHWAERRMHERERT — &% Life-Science Information Center, B 5

(1991) | p146-147

11
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Figurel Growth inhibition of CHL/IU cells treated with j -~cyclodextrin, 2~hydroxypropyl ethers.
@ : Short-term treatment without S9 mix

A :Short —term treatment with S9 mix

B : Continuous treatment (24 hours)
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Table 1 Chromosome analysis of Chinese hamster tung (CHL/IU) cells treated with £ -cyclodextrin, 2-hydroxypropyl! ethers (B-CH) for 6 hours without S9 mix
Concen- S9 Time of Concurrent” Mitotic”  Number . Number of cells with Number ©
Number of structural aberrations .
Group tration mix  exposure cell growth  index of cells Others ” aberrations of polyploid
(mg/mL) (hrs) (%) (%) analyzed gap ctb cte csb cse mul 9 total +gap (%) -gap (%) cells (%)

Negative 0 - 6-(18) 100 NA 1000 0 2 0 0 0 O 2 1 2 (20) 2( 20) 0 ( 00 )
100 0 4 2 0 0 0 6 2 6 ((60) 6 ( 60) 0 (00)
200 0 6 2 0 0 0 8 3 8 ( 40) 8 ( 40) 0 ( 00 )

B-CH 0.63 - 6-(18) 96 NA not observed

B-CH 1.3 - 6-(18) 97 NA 100 2 4 0 0 O 0 6 0 6 ( 60) 4 ( 40) 0 ( 00)
100 5 3 1 1 0 0 10 0 10 (100) 5 (. 50) 1 (03 )
200 7 7 1 1 0 0 16 0 16 ( 80) 9 ( 45) 1 (01 )

B-CH 2.5 - 6-(18) 97 NA 100 3 2 2 0 0 0 7 2 6 ( 60) 4 ( 40) 0 ( 00 )
100 0 2 1 0 0 0 3 2 3 (30) 3 (30) 0 (00)H
200 3 4 3 0 0 0 10 4 9 (45) 7 ( 35) 0 (00)

B-CH 5.0 — 6-(18) 93 8.6,3.8 100 I 2 0 0 O 0 3 0 2 (20) 1 (C 1.0) 0 ( 00)
100 1 3 2 0 0 0 6 0 6 ((60) 5 ( 50) 0 (00)
200 2 5 2 0 0 0 9 0 8§ (40) 6 ( 3.0) 0 ( 00)

MMC 0.1 ug/mL — 6-(18) NA NA 100 5 28 51 1 0 10 95 0 56 (560) 54 (540) 0 ( 0.0 )
100 2 53 55 0 2 0 112 0 57 (57.0) 57 (57.0) 0 ( 00 )
200 7 81 106 1 2 10 207 0 113 (565 ) 111 *(555) 0 ( 0.0 )

Abbreviations: gap, chromatid gap and chromosome gap; ctb, chromatid break; cte, chromatid exchange; csb, chromosome break; cse, chromosome exchange (dicentric and ring);

mul, multiple aberrations; +gap, total number of cells with aberrations including gaps; -gap, total number of cells with aberrations excluding gaps; POL, polyploid;

MMC, mitomycin C; NA, not analyzed.

1) Distilled water for injection JP was used as a solvent and added at the level of 10 vol% to each dish. 2) Cell confluency, representing cytotoxicity, was measured with a Monocellater .
3) Metaphase frequency was calculated by counting 500 cells in each dish.  4) When the number of aberrations in a cell was more than 9, the cell was scored as having 10

aberrations. 5) Others, such as attenuation and premature chromosome condensation, were excluded from the number of structural aberrations. 6) Eight hundred cells were

analyzed in each group.

*, Significantly different from the negative control at p<0.01 (one-side) by Fisher's exact probability test.

13
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Table 2 Chromosome analysis of Chinese hamster lung (CHL/IU) cells treated with f -cyclodextrin, 2-hydroxypropyl ethers (B-CH) for 6 hours with S9 mix
Concen- S9 Time of Concurrent? Mitotic”  Number . Number of cells with Number ©
) ) ) Number of structural aberrations 5 aberrations .
Group tration mix  exposure cell growth index of cells Others of polyploid
(mg/mL) (hrs) (%) (%)  analyzed gap ctb cte csb cse mul ¥ total +gap (%) -gap (%) cells (%)
Negative " 0 +  6-(18) 100 NA 100 0 2 0 0 0 0 2 0 2 ( 20) 2( 20) 2 (05
100 0 1 0 0o 0 o0 1 0 I (10) 1 ( 1.0) 3 (08)
200 0 3 0 0 0 0 3 0 3 C15) 3 (15) S5 (06)
B-CH 0.63 + 6-(18) 99 NA not observed
B-CH 1.3 + 6-(18) 101 NA 100 0 0 0 0o 0 O 0 0 0(C 00) 0(¢C 00) 2 (05)
100 0 0 00 0 o0 0 0 0 (00) 0(C00) 2 (05)
200 0 0 0 0 0 © 0 0 0 (00) 0( 00) 4 (05)
B-CH 2.5 + 6-(18) 96 NA 100 1 1 2 0 0 0 4 0 4 ( 40) 3 ( 30) 1 (03)
100 1 0 0 0 0 0 1 | I (10) 0( 00) 2 (05)
200 2 1.2 0 0 0 S 1 S (25) 3 (15) 3 (04)
B-CH 5.0 + 6-(18) 94 14.8,11.2 100 1 0 0 0 0 0 1 0 I ( 1.0) 0(¢ 00) 2 ( 05)
100 0 1 0 0 0 0 1 0 1L 1.0) 1 (10) 3 (08)
200 1 1 0 0 0 © 2 0 2 (10) 1 ¢ 05) 5 (06)
cp 10 pg/mL + 6-(18) NA NA 100 2 37117 0 0 O 156 1 74 (740) 74 (740) 1 ( 03 )
100 3 13 4 0 0 0 60 0 46 ((46.0) 43 (43.0) 0 ( 00 )
200 5 50 161 0 O 0 216 1 120 (60.0) 117*( 585) 1 ( 0.1 )

Abbreviations: gap, chromatid gap and chromosome gap; ctb, chromatid break; cte, chromatid exchange; csb, chromosome break; cse, chromosome exchange (dicentric and ring);

mul, multiple aberrations; +gap, total number of cells with aberrations including gaps; -gap, total number of cells with aberrations excluding gaps; POL, polyploid;

CP, cyclophosphamide; NA, not analyzed.-

1) Distilled water for injection JP was used as a solvent and added at the level of 10 vol% to each dish. 2) Cell confluency, representing cytotoxicity, was measured witha Monocellater ™.
3) Metaphase frequency was calculated by counting 500 cells in each dish. 4) When the number of aberrations in a cell was more than 9, the cell was scored as having 10

aberrations. 5) Others, such as attenuation and premature chromosome condensation, were excluded from the number of structural aberrations. 6) Eight hundred cells were

analyzed in each group.

* Significantly different from the negative control at p<0.01 (one-side) by Fisher's exact probability test.

14
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Table 3 Chromosome analysis of Chinese hamster lung (CHL/IU) cells continuously treated with #-cyclodextrin, 2-hydroxypropyl ethers (B-CH) for 24 hours without S9 mix
Concen- Time of Concurrent” Mitotic”  Number . Number of cells with Number ¥
Number of structural aberrations .
Group tration exposure cell growth index of cells Others ” aberrations of polyploid
(mg/mL) (hrs) (%) (%) analyzed gap ctb cte csb cse mul Y total +gap (%) -gap (%) cells (%)

Negative " 0 24 100 NA 00 0 2 1 0 0 3 0 3(30) 3( 30) 1 (03)
100 1 3 1 0 0 0 5 0 5(50) 4 (C40) 0 (0.0
200 1 5 2 0 0 0 8 0 8 (40) 7 (35) 1 (01)

B-CH 0.31 24 97 NA not observed

B-CH 0.63 24 97 NA not observed

B-CH 1.3 24 95 NA 100 0 2 1 0 0 0 3 3 3(C30) 3 (C30) 2 (05)
100 0 1 _ 0 0 0 0 1 1 1 (1.0) 1 (10) 2 (05)
200 0 3 1 0 0 o0 4 4 4 (20) 4 (20) 4 (05

B-CH 25 24 90 NA 100 0 3 0 0 1 0 4 0 4 ( 40) 4 ( 40) 5 ( 1.3
100 0 0 0 0 0o © 0 0 0 ( 00) 0 (C00) 2 (05
200 0 3 0 0 1 0 4 0 4 (20) 4 (20) 7 (09)

B-CH 5.0 24 82 8.0,8.2 100 0o 1 0 0 O 0 1 0 i 10) 1t ( 1.0) 0 ( 00)
100 0 1 0 0o 0 0 1 0 1 (10) 1T 1.0) 1 (03)
200 0 2 0 0 0 © 2 0 2 (10) 2 ( 1.0) 1 (01)

MMC 0.05 pg/mL 24 NA NA 100 3 27 32 2 0 0 64 0 47 (47.0) 45 (450) 0 ( 0.0 )
100 4 21 21 0 1 0 47 0 36 (360) 34 (340) 0 (. 0.0)
200 7 48 53 2 1 0 111 0 83 (415) 79%39.5) 0 ( 0.0 )

Abbreviations: gap, chromatid gap and chromosome gap; ctb, chromatid break; cte, chromatid exchange; csb, chromosome break; cse, chromosome exchange (dicentric and ring);

mul, multiple aberrations; +gap, total number of cells with aberrations including gaps; -gap, total number of cells with aberrations excluding gaps; POL, polyploid;
MMC, mitomycin C; NA, not analyzed.
1) Distilled water for injection JP was used as a solvent and added at the level of 10 vol% to each dish. 2) Cell confluency, representing cytotoxicity, was measured

with a Monocellater' . 3) Metaphase frequency was calculated by counting 500 cells in each dish. 4) When the number of aberrations in a cell was more than 9, the

cell was scored as having 10 aberrations. 5) Others, such as attenuation and premature chromosome condensation, were excluded from the number of structural aberrations.

6) Eight hundred cells were analyzed in each group.

* Significantly different from the negative control at p<0.01 (one-side) by Fisher's exact probability test.
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Appendix 2
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Appendix 3
B E RO R EMERIE 1L
@ fF kR
7 — YIRS Y EE B (FTIR-8300) B ERELERT
@ WIESMF
IE F7 i BALHYD LEERIE
I s 4000~400cm™
® MEFIE
WERE 1~2 mg Z&V, DOIRASTHEREL . THIZTRIMRIR A ML A REAVD L (B
EERERT) 0.10~0.20 g 1% IBRATDRWVINTIER L EONIZILT IR 1% | FEFIRK
RISz AN THERISEL T, BIREICL CHBRE(L DY AEAIZ BT,

B ~Cyclodextrin, 2-hydroxypropyl ethers D FRIMFULAAL IV TE i 5
11 o
100.0 -

900 o ko
700 e
600 -

BOQ ke e

300
200

100

B S SO SRS SIS S

¥

4000.0 3500.0 3000.0 2500.0 2000.0 1750.0 1500.0 1250.0 1 060.0 750.0 506.0
- G-12~00T{FRERBREA W) B-CHOBIE (2012.11.7) 1/em

1100
ST -
100.0 -1

%5&/\: T ?‘,ﬁ 800 .
800 -t
700
600

500 o

0.0 oy e oy e gy e

4060.0 3560.0 30000 25000 20000 17500 15000 12500 10000 750.0 5000
— G-12-007(RERHE T %) B-CHO BT (2013.02.18) t/em

18




REBRES G-12-007

Appendix 4
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