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R OIETR-S9 A

ER60 mmDTL— b EESEAY v—L  ER—27 54 b) 128 x 10488,
mLIZFRE L7 MERPERE S mL (4 x 10%08) Z38REL, 3 DRSS L. SRR TH,
1486.IZER T DEE THE, #BWER I UBHEIRMREOLREZ(To7c. 6 Kl
BERITTE, §7L—rOERREREL, IRy al UBEEK (Lot No.
094K2331, Sigma-Aldrich) ZAVWTHIlaZEESE Uiz, SRR 3 mlE ML, &6
Iz 18 R AE A0 T I B AR R R L 7.

SERF AR SO AER
£7L— E 8 x 10/ mLICTB L 7 AUBSVE S 5 mL 2 FER L, 3 I RSRE L.
HERE T, 1486128 A ES T, MR S L OB B E DR ST -
7z
TOBHOBAET 14831 BB LI FIRICHE T,

EEALERYE 24 BRI

£ L— BT 8 x 10°HI,/ mLIZFREY U7 WAV g s mLE 48R L, 3 BRI L.
R T, 14.8.6.ICC8 T 2316 TR, $HRWHE B X U E R E O LTV,
X BIT 24 REIE R i o B I A MER Z/ERL L T

R
RatdsetiRB X OB E RE e
BRI 59 MiX | gy g BRI | S9 mix plasten
-SomE | 3.0mL - 003mL | 2.7mL - 0.3 mL
+SO4UE | 25mL | 05mL | 003mL | 22mL | 05mL | 03mL
24 FFRAAEE | 3.0mL - 003mL | 2.7mL - 0.3 mL
WHE g |
BB B\ TERBRMAR L UV TRACHT S DR B2 IR T L=,
AR D/ERL

Yeta (R AIERID 2 FERTRMIC, BAKEETO02 pg/ml 2725 X ) 203 FIATK (Lot
No. 1252976, Invitrogen) Z#HML, RSB Y TEIE S¥T. ROV, R
BLEICEBB L%, 025% Y 7V AR (Lot No. 1263419, Invitrogen) % FEVMT
Tl— FrOHIEEZRBEL, BEOEAOEERICIMA 2. MEEIRE 1000 /min TS5
SRR LAEE L CEERIRE IR V2R, 37°C IZHE L TRV V2 75 mmolL ¥kl V v A
KEHKZ 5 mL M1z, 37°C H°C 16 BRI 21T o 7. BUABEC X 0 (ERKZBR
Wi, KM LAEER (AF/—A3E B 1) THREZEERLZ BEKE2
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[EIZHR LT, HLVEER S ERMAMIREE L L. Ml E 2B 2R R

BL, MRREMEEODREMERL | KIERLEL. T0%, REAKAFT=—X R
BB (HANABD Z2WVWT, R74 AT X LIRS | R F L, RadE
Az 2 BB L. AT A MEREHMTHBESE, 1/100mol/L Y T A ) UEEBR
&% (Buffer tablets pH 6.8 : Lot No. TP601474, Merck) %MV TR L7z 12%F LY
¥ (LotNo.OB318388, Merck) T 12 e llc. A7 A FEBRIAELERE, &
Bk,

SRR ORIE

DB MTEAERET, RIETREE, SHBRMEERRR X VB IERENE L — b
IZOWT, ATP 74 FA—F— (LIFARF—C-100LU, ¥va—<y) &EVTHIE
WREICEET 27— 2R L.

F72Dh, 1% Tween 80 /KK 2 mL 47 Liw/NABRE I, EARAE L7-MilRiK %
S50 uL HANL, HFER L TH LR 20 HRIFHE L. BIEAF = —7IZ Z DRAHRE 100 pL
SEL, ATPPEAREX Y b (L7 =—1 250, F v a—<) OFENFREE 100 uL
WL 7=%, FAXIZEE (Relative Light Unit ; RLU) Z8IE L7z, RRMERRREICRIT 5
RLU IZX§ 5l (=HIlS4ARSE) 2ERAEHICOVTRYD, HIEFEmbIEL L.

BEMR L L0, KRR L O 14.8.9. OFEHHIBHER A VT DN
BHZRBVTH S0%ELETH-Z 20, RRLERDBVARZEEAEL L W
FTHIZBWTbiERET 5 3 ARZIHERISRE L.

e (RO BER

SERERIALERY: L R D TN TR OEA R T T a— ME L. thbIcERRsL
IOV TREROBEYER L, TORE, BRIEERME LI, 5l Xkl
SRR DA AT BT o Tr. |

F7L— YD 1008, T72bb 1 ARYLY 200 BOSRPIELTEMET (x
600) TEEEL, RAEOMENELE LTEy v (gap), RBSKUN (b), e
LM (csb), Befairfdaih (cte), YeafkrZ#r (cse) BLUZOM (oth) DEERE
OB L. L, syl B\ Ik FITH e L, RetafkeiT
BOBAED ONDHE, TOILOIERN YT EKDRIERE, 1%KL
BOLTHTORVERIIOAE Yy v 7 LT L. Ee, BEELLT 1H
B7-1 200 HONTIFIME S EE L, EEESOHEEIzOVTHEE L.
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149. BB
Rattet FR ORI R EHIRTIS X USRI O HBEEITE B 7 — 7 1 bR DI %
ERTHY, o, WThb S%RBTHEZ L. BiSdBoER SO HIRSEE
I ERRDOREBEBANTH Y, 0, 10%A ETHBZ &, L DSR2 LI-BEITRA
BRI L= LRI L7,
1410, FEROMBENT
X¥ v T OHMEET HHPRIC OV TIZEEMIREIC S DRV THIEL .
KREMROMBEE S, Fisher DEHERERHERE (FRKERN2.5%) ZHVWTHRE
L7z, ¥£7-, FAREFEMEIZOVWTIE, Cochran Ammitage DIEIERRE (BEAHER R 2.5%)
EHAWTREL-. ‘
RatEeHiBRE L el L, SR BB BV THEEENRD LN, 2, ARICKE
MO ONDD, HAVIIEEMESERINTZRES, BiELHELE. EL, B
HI7RRIENY, BEBREGT COAMRRZ YL EER L TiTo7.
15. RBER
151, HORRHERRIMERAR
15.1.1.  AAReERRInH AR R
HBER% Figure 1, 28X Table 1, 2ITR L7z
SRRSO A0, [R1+S9 AMERES X UNELGRALEEY: 24 BRI CIT, W hoogksk
WEABRIZIBW TS, MRRAEFRIIREMRTREED 80%LL L2 /R LA LD, 50%HRg
EREIIHRREIIEH & o e '
1512, HrHEOB8E
B IR REE, T DMERD 393 pg/mL PL_EDRABIZEW TR OFT R
BHLNE. WRWENBETH, FHEORET MR LN,
152. RE4RERR
152.1.  SERFRALEREE-SO WuEE

RBAER % Figure 3, Table 3 38X TR Appendix 1 1Z7R L7z,

2-ethylhexyl vinyl ether ZLERRE COLAAMEER H HEHEIT, 393 pg/mL T2.0%, 785
BIU1570 pg/mL TO0.0%%TL, [BHEHREE (0.5%) & H#k LB b
RhoTe. SRR MBS, 393 pg/mL T 0.0%, 785 33X TR 1570 pg/mL T 0.5%
ERL, BRAERHBEE (0.0%) LRIEThor. '

—%, BB EHE MMC TOEE L7-HIR Gl SaEsRE RS EEesh, ¢

DHBSREIT 42.0% (p<0.025) TH-7-.
-15-
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1522, ERFRHIALERESS9 S0

FEBER 2 Figure 4, Table4 353 T} Appendix 2 iR LTz,

2-cthylhexyl vinyl ether SUERE COLAAMERE MBREIL, 393 L TR785 ng/ml
T0.5%, 1570 pg/mL T LO%ETRL, REtEafER (0.0%) & Mk UBIREZBIMIERD b
NIRhso To. (GBI DO HBERETE, 303 pg/mL T0.5%, 785 pg/mL T 1.0%, 1570 pg/mL
TO05%ZRL, BRIEIRE (05%) LREThHolk.

—77, BRtERRO CP BB TORAHEEREHEMAEIL 24.0% (p<0.025) T
Hot-.

1523, SESOEEE 24 BRI

RS % Figure 5, Table 5 331 T} Appendix 3 {Z7R L7z

2-ethylhexyl vinyl ether 2B COREAEE R INFBEIL, 393, 785 BLTF1570
pg/mL T 0.0%%ZRL, R (1.5%) & B UBRSEINIGRD bhviadoT:.
FEEAEHERR D SRR IY, 393 pg/mL T0.5%, 785 BLTR1570 pg/mL T 0.0%%7RL,
BEtERiBEE (1.0%) LREThHork.

—7%, BRHERRME MMC T L7 IS ClI e iis RS g sh, £0
HERBEEEIE 24.5% (p<0.025) Thote. |

1524. W& oBIE
PR IRRRAARY, £ TOLIRD 393 pg/mL BL_EDOREITIBW TR OFT L
BHoNT. FRWHEABEKTE, FrHSEORETREELIIEED bhRdoT.

16. BERBI UM

2-ethylhexyl vinyl ether DERFH, T2 b bLREAREFTHEEORELHRTT 570,
B (CHL/IU) Z V= invitro YRR B HBR A M L7z,

FRSEFEIRIARGE R 2 2T, FERFRALERIL-SO AU, [R+S9 MABR7g b INT @R
1524 AR TIIAA FI4 v ERD b -BRmAE TH S 1570 pg/mL (10 mM FH)
R LE |

FDFER, 2-ethylhexyl vinyl ether MBEEDRE, SORFHILERRE-S9 LFEES L UMRHS9
WEOVTIUTBNT S REFRE OFRBEIIRMERRE L REOELZ R L, R
R iERE OBFRIIRD b2 o7z,

SERSRIAERIEIZ BV TR L HIE S NI Z L 0D, EGREREE 24 R DY
DBREFM L. ZORBR, WThoAERW CHIRRLREERE HERERD
NZEHIRY) OFFIRD b o Tz, o

AHEBRYIE 2-ethylhexyl vinyl ether (Z-DV T DBmEMER b NCRBAAEIZEET 58
Hixizh ot
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Bk izbb, BIEETHS hexanol, 2-ethyl-33 X U ethylhexyl acrylate Difiinztt72

DINTHED AR DBE b h ol

28, BENRE IUBEER TORGAREHBEREIVTLOERT —F

(Appendix 4) 2>HROI-FLHEENTH Y, RBRESIRHER LI &b, MR
IXEEREECR I L T S .

LLEDRBARERD D, YUKRBREMTIZI8\ VT 2-ethylhexyl vinyl ether DI LM

M T D REAREFRIE IR L HE L .
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[ Short-term treatment : -S9]

we % [Short-term treatment : +S9]
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Figure 1. Growth inhibition of CHL cells treated with
2-ethylhexyl vinyl ether
[Short-term treatment]
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—O— [Continuous treatment : 24 hj
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Figure 2. Growth inhibition of CHL cells treated with
2-ethylhexyl vinyl ether

[Continuous treatment]
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Table 1. Results of growth inhibition test of 2-ethylhexyl vinyl ether Exp. No. 9047 (115-198)
[ Short-term treatment]

[ Short-term treatment : -S9] [ Short-term treatment : +59]
Relative Relative
Compound Dose (pg/mL) cell [ Mean 1 . Compound Dose (pg/mL) cell [ Mean ]
growth (%) growth (%)
2-ethylhexyl 0 a) 100.0 [ 100.0 ] 2-ethylhexyl 0 a) 100.0 [ 100.0 ]
vinyl ether 100.0 vinyl ether 100.0
6.13 94.3 [ 94.7] 6.13 99.8 [ 99.8 ]
95.0 99.8
12.3 93.5 [ 96.4 ] 12.3 106.2 [ 105.4 ]
99.2 104.5
24.5 97.9 [ 96.7 1] 24.5 103.4 [ 102.6 1
95.5 ) 101.7
49.1 108.2 [ 108.9 ] ‘ 49.1 104.1 [ 106.6 ]
109.6 109.1
98.1 90.4 [ 92.0] 98.1 94.6 [ 94.31
93.6 93.9
196 90.6 [ 88.2] 196 93.9 [ 93.6 ]
85.7 ) 93.2
393 k 93.6 [ 91.2) 393 99.0 [ 94.8 1
88.8 90.6
785 84.0 [ 84.6 ] 785 96.6 [ 95.7]
85.2 94.8
1570 87.4 [ 88.51] 1570 99.5 [ 97.1 ]
89.5 94.6

50% Growth inhibition dose was as follows:
[ short-term treatment : -S9] Not inhibited
[ short—-term treatment : +S9] Not inhibited

a): Negative control (Dimethyl sulfoxide, 10 pL/mL)
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Table 2. Results of growth inhibition test of
[ Continuous treatment]

2-ethylhexyl vinyl ether

Exp. No.

9047

(115~198)

[ Continuous treatment 24 h)
Relative
Compound Dose (pg/mL) cell [ Mean ]
growth (%)
2-ethylhexyl "0 a) 100.0 [ 100.0 1
vinyl ether 100.0
6.13 94.7 [ 96.3 1
97.9
12.3 94.0 [ 93.8 ]
93.5
24.5 98.5 { 97.9 1
97.2
49.1 99.6 [ 105.3]
110.9
98.1 99.3 - [ 101.0 ]
102.7
196 101.8 [ 101.7 ]
101.5
393 ©98.2 [ 97.4 1]
96.6
785 103.8 [ 97.2 ]
90.6
1570 106.5 [ 105.3 ]
104.0

50% Growth inhibition dose was as follows:
Not inhibited

[ Continuous treatment

24 h}

a): Negative control (Dimethyl sulfoxide:10 pL/mL)
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Table 3. Chromosome aberration test in CHL cells treated with 2-ethylhexyl vinyl ether Exp. No. 9047 (115-198)

[ Short-term treatment : -S9]
Relative Number Number of cells with Number of Number of Number of
Compound Dose Time of cell of structural aberrations cells with cells polyploid
(ng/mL) exposure growth cells aberrations analyzed cells
(h) (%) analyzed gap ctb cte c¢sb cse oth -gap (%) for polyploid (%)
2-ethylhexyl 0 a) 6 100.0 200 1 1 0 0 0 0 1 ( 0.5) 200 0 ( 0.0)
vinyl ether ‘
393 6 89.9 200 3 1 3 0 0 0 4 ( 2.0) 200 0 ( 0.0)
785 6 95.9 200 1 0 0 0 0 0 0 ( 0.0) 200 1 ( 0.5)
1570 6 85.7 200 5 0 0 0 0 0 0 ( 0.0) 200 1 ( 0.5
MMC b) 40.1 6 78.6 200 16 33 67 0 0 0 84 ( 42.0) ~* 200 1 ( 0.5)

Abbreviation: ctb; chromatid break, cte: chromatid exchange, csb: chromosome break, cse: chromosome exchange, oth: others
~-gap: total number of cells with aberrations except gap

* :Significant difference from control (Fisher's exact test):p<0.025

a): Negative control (Dimethyl sulfoxide, 10 pL/mL)

b): Positive control (Mitomycin C)
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Table 4. Chromosome aberration test in CHL cells treated with 2-ethylhexyl vinyl ether Exp. No. 9047 (115-198)
[ Short-term treatment : +509]

Relative Number Number of cells with Number of Number of Number of
Compound Dose Time of cell of structural aberrations cells with cells polyploid
(ng/mL) exposure growth cells aberrations analyzed cells
(h) (%) analyzed gap ctb cte csb cse oth —gap (%) for polyploid (%)
2-ethylhexyl 0 a) 6 100.0 200 0 0 0 0 0 0 0 ( 0.0) 200 1 ( 0.5)
vinyl ether
393 6 87.0 200 0 0 1 0 0 0 1 ( 0.5 200 1 ( 0.5)
785 6 89.4 200 0 0 1 0 0 0 1 ( 0.5) 200 2 (1.0
1570 6 90.0 200 1 1 1 0 0 0 2 ( 1.0) 200 1 ¢ 0.5
CP b) 12.5 6 89:0 200 5 8 43 0 0 0 48 ( 24.0) ~* 200 1 ( 0.5

Abbreviation: ctb; chromatid break, cte: chromatid exchange, csb: chromosome break, cse: chromosome exchange, oth: others
-gap: total number of cells with aberrations except gap

* :Significant difference from control (Fisher's exact test) :p<0.025

a): Negative control (Dimethyl sulfoxide, 10 pL/mL)

b): Positive control (Cyclophosphamide)



