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Attachment, Table, Figure, Appendix}z U¥Photograph?®> H¥K

Cell growth inhibition test of L{- (1, 1-dimethyl-3-methylene-1,3- propanediyl)
bisbenzene in cultured CHL cells -The short treatment method-

Cell growth inhibition test of L~ (1, 1-dimethyl-3-methylene-1,3- propanediyl)
bisbenzene in cultured CHL cells  -The continuous treatment method-

Chromosomal aberration test of LT - (1,1-dimethyl-3-methylene-1,3- propanediyl}
bisbenzene in culiured CHL cells  -The short treatment method-

Chromosomal aberration test of LE- (1,1-dimethyl-3-methylene-1,3- propanediyl)
bisbenzene in cultured CHL cells  -The continuous treatment method-

Cell growth inhibition test of LF- (1,1-dimethyl-3-methylene-1,3- propanediyl)
bisbenzene in cultured CHL cells
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24-T7 2 ZNA- A TN T L ORBERREFREOF RS, 1THROHE (CHUVIUHED 2 H
VS, SRR (R RETALFRDS9 mixHINEL UNS9 mix EERNIN) & EifrilLriyk QAR HIALED TRt L 7=

2427 2 =4 A TN T COFETREEY, HERIHIRERORE D, S0%NIRIEREITIR
BERUKEOAEFR IR, SRR DS9 mixFMNTi12,5, 25, 50, 100K U200 o/ml, S9 mix
HERINTII6.25, 12.5, 25, 50K%TN00 pp/mL, EEGCFRE Q4RFRIAED Tid3.13, 625, 12.5, 25K US0 gg/mL
DRK2, SBFEEIRE L.

BROGR, HoERER SR RIIERE L b, BB CHE R OB ISY%RE Th oo

BIBRFICHO B FREIY, OISR E TR, BIERROBHERIc ki) 546
GREFRRIL, SHRBRHERO v 7 ST U FF—F OHERENTh o7~

PLEORR, ARBETICBWT, 24-07 x =ld- A F -~ F ARG TR T &
HETD.
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24-V7 2 2 NA- AF NN T o DOERIECBET DIERBR O R E LT, RO R R A
WAREERERBREIT, CORBAREFREOFE I OVTRE L.

ik

1. #3WE, SUE, BB ER U RYE

1.1 $EWHE

BEIHO24- 27 2 N4 A TF N~ T 2 [SGEEF - L1-(1,1-dimethyl-3-methylene-1,3- propanediyl)
bisbenzene, FHERUL : 24-Diphenyl4-methyl-1-pentene, CAS No.6362-80-7, 4rF-& : 23636, ¥ : 310°C,
ASUE - 11Pa(170°C), 8R4%E - 721, AR : -82°CLUTF, HE :0975(20°0)] 1, BEFAOKMECAFL
VENRSHBD. BFEBIL, PHOAFELELO [

EH :9697% (Al : 2,4-Diphenyl4-methyl-2-pentene 2.54%) ] 2V -, AT, ABRiEROEEWH
REEOREBANICER GUE : 23°C, FIHH : 200~253°C) - DR T TRE LTz

24-TU7 £ SNA AT NN T DT v MERAWAROREIC L AERSEE - RSO
HR FHE5:100524) DR SR TRIZESE T CHBWE 2 BN LR, S8I3969%THh, &
FEh ORESESRER S

12 Bk

BRZIE, TUAFAALEXT R [LLFDMSO, SR A~RY FVH, vy FES @ PUI4O, H
HARR : 200042 H26 B (BH8LE), BB ALSRFgERT] 2 v =, DMSOI, (RS CRBERD
PERYEIREEOREENIC, S|RGEE : 23°C, FHHE : 20.0~24.8°C) - EXDOFMFT CREF L.

13 BRtEimE

BT, A bA L UCEITMMO) & VA F = b et I (BUTDMN) & v e,

MMC [#dfd =1 beA v @ 2mg, 173 TAHIE, BRE<A bed v C2mgUHl) & AlEE
b+ Y U248 mg%2EH, vy hMES 417ACG, (ERHER : 2007F7H, HFsss T 3ENNaH] &,
DMN [#EE : 994%, = &S : DWP3368, AR : 2007422 A21 B(BHIE), SR THEMN
2] 1, TR BTRGEZEREA Lz, AR, W Th LERR E TUEBHER ORI R OF
BN, HEGERE : 4°C, FHE : 3.7~54°C, EAKRE : MPR-311D, =HEHAS4 0% T
TRE L.

1.4 ettt s
Rt B, SERMEHOEAEL LTHW-DMSOL L7,
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2. B

2.1 gEmE

ERHE OV ER IR (BTRRE : AT261, A F7— b FEASH) L, DMSOWER L TEA
IREEHR (HER ST - 4824 mg/mL., BeAGRFEAROERTILERE 402 mg/mL, EHSLERE :
10.05 mg/mL) ZFH U7z, BrmilREER X 0 1K IRESHR Y, BasiiREER)> HDMSO TBE AR L CGREIL 7=
FEUIABRATY, BHGOBIRIFEENS Lic. ok, YHABICKI 2R R RIn Lz &
EDORMBETHHD, FREEILIH LD UHRRRED0{EOREEZFR L.

2.2 Bt R
MMCRUDMNE b, ABRRER (RAdR, vy FES  K3G70, B\t KEREKTR) 12 L T
ERE (RREEOND 2R L. FERIHEHIITY, FRZOFRIRIFEEAS L.
W4 TR (Lg/mL) HEIREE (ug/mL)
e LB TR MMC 0.55 0.05
SRR DMN 5500 500
MMC 1.1 0.1

3. A

HBRTIL, 20006E11 H28HICK AARERMSAHF AT ) —Tu X7 VP b AFLEF v =—X
NI R H —RERSEORHESFHIIAER (CHLIU) 2 i e, Ml e S P B iieg (196 °C) Liz. 3B
BEL, BRESHE L ChHMUERMENSED 2R L T S8, PR UHIFRREZRE L BE
B : 2005422 H21 H~2005822H258] .

HENTIY, YRBMEROEME RS U (RHURA « 15~ 1805, Yefafill : 3~ 27Ah0gmaksf
TR BO%LELE) & AV . BREDREF % Attachment HITR L 7=,

MIRORKIL, HER LY (NuncB) 2 HVVT3~4A T iTTo7e. UTFICERRITIT 2SN L OfE
REERLE.

%@W (ﬁﬁl’a‘i&&%) 8[a]

2B, FRBRIEIETRR T Rk RERBE (A TiTor.
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4. BERIK

Eagle DBV W/ 2% (Eagle’s minimum essential medium, L FEagle’s MEM) D#fK%, Attachment 2127~
L7.

KSR, EaglesMEMISSR (2 » FES 1 1231892, GIBCO, Y A MNo61100-061) L 5dAE N U ok
HERFAEARL, | NOERE CpHZ7.0~7.1 (GRHNE : pH7.028) IZFRBE L= AL 7T 7 4 ¥ —($0.22 m,
AAI VRTHAH) TR L%, JHBL(56°C, 30%) Lizfrdmig(z » MES : 472959, GIBCO) %
BHGARED10%E 725 X 50N CRE L. 2B, R L7 IARHI37°CIONE L TR L.

5. S9mix

S9i, Attachment 3DZHIZ X V20044E10H18IZA Y = I ARER T M CRES W - b (n
MBS : 04100107) A L7=. SO, 20044F11A2BITHEA L, fERIREE T-R0°CREDDHHEE [
BFV-130(LR), TR~y 7HA&tt] WICHEERE L.
SO mixiY, SOUADEHEELFBBRAE L CAMEL L, TNEALTT T 4N —($02 tm, Nalge) T
L7-t%, HREANMISOZMACRREM LK. S9mixDMK % Attachment HR L7x.

6. HURSBOFRER OHITETE

HRE L 12025% b ) 7Y AR EMA TRl 2 2BEL, SO045%E (1000 pm, 5%, /INEAGHEROH (B
X : CF SRX, ASITHEHAHD, LITERSD Ick VA EIN Lictk, FRE7E8ka Nz CHREE
R U, Z ORERRP ORI MERFHER AV CRIE L, MRS X 10485 mLIc 25 X 51
HERIRE M CREE LT, 8 U MIRErAiRR %5 mL¥™ >, BEHR60 mmOBE >+ — L (CORNING) |23
L, BEE%37°C, COMRELRS WITFRE LT REH AA ¥ 2i—F— (B : BNA-12ID, TRy
BASH, DITCOM ¥ 2—F—) NT3 B Lo b OERET AV

Tr— Ui, ARSI CIIRERC o X 1R, RAKREHR TINREIC S HlERORER
I, ReaEARERRIOBE AV, £, vy —LIOERES, $BWEANIRYES, B
BERTAL, SOIIERFIEEOREEIIS mixOF Y, BEEUREOE IR TRATIZ L
WXL,

7. MOREREAHIRR

Y ARERBRIRIT 52407 2 24 AF AN T U ORBIRELRET H-0IT,  HHRE
BREIToM. AT, ERTERHEDSY mixFINRUSY mixfERRIN & SR RAR B3 RS
FEHE L7,

AR TV, SO mixSINAL S v — L biddERiR 2.5 mLERE L7, Z ZiZS9mix 0.5 mL & Bfk
IS (L EEINL T, S mixEEFRIA S v — L HidhEeik 2.0 mLBRZE: L7412, RRIEES9 mixBmo

-11-
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BALEREIANIL. Wt 3y —L b0 ¥ a—F —INToTiiEE Lzt FREEEsomL
WD X, IGIISRIIESR L. —F, EFUEETY, v — LTRSS dEZEML, Cof
X 2 _X—F —NTURTEE L.

WTHORBRIIE b, REHRAVINE & AABE T RSB E OO EL NIRAICBREZ LT

SRR R USEGERE L b, R TH, £y — 112025 % MY 73 ARE#3 mLEshn U GHE
Kz 2L, WONBEC X MR A EN L -t Bk 2 VG, AR BIE L. AlET Ko
Ty — LY Y3ERTY, EOFEEE AV TR RO AR 2 100% & L THREZIIT HHIaD
EfFRE R

ABRED Y, SRS R UNEEU: & b DHBU PR R SR OB OV T (RIS
A21 ) IZESE, 10mMD2400 po/mL % BB EE L L, BUF/AH2IZ K 91200, 600, 300, 150, 75, 375,
188, 938K U469 1g/mLOFHOBEELZTRE L, TOMUIBRERRBETRIT 7=,

FERFTRAER R DR % Table 1 & U¥igure LR L=

S9 mixFMMZ 1T DHBADEFRIT, 4.69~18.8 1g/mL T390 %Ll EZ/R L7, 37.5 ug/mLL ECiiiR
EEDBENTT B IZPENE DI L, 600 pg/mLLl EOREE CIAMINEIEE) bivieh o7z,

S9 mixfEFIMZI31T HRPADETFRIL, 4.69~18.8 £g/mL T390 %A EE R LA, 375 sg/mLA ETi
BREEASINTT D106 DI L, 150 g/mLUL_EORE CiiAARaiIztd b o7

Probit?hic X 0 B L 7-50% R ImHRAE (ICo) 1Y, SO mix¥RMITiX101.5 pg/ml, S9 mixEEHII T

526 pg/mL T o7-.

7283, SO mixBFVMKRUSI mixERIME b, BEASEHNIF 21300 tg/mLEL EORESZ ISV VT BEORIROHT
ISR b, Ei, WEBETRAZIIB00 ug/mLEA EORRERZI\ vCRIIDOMAROYTHIIAFED b/,

EEEREORE R % Table 2 % UFigure 1R L 7=,

HBRAOAFHRY, 469K U938 pg/mL THI90 %A E27R L7-A, 18.8 pg/mLEA ECIIIREEAEN 512%
WEDMEEEA L, 75 pg/mLEL EORE CIIAMRIEEED bl T

Probitii2 & D EH L72ICxHE, 23.9 ug/mLTéh-o7=.

728, BREEENFRIEIB00 g/mLLl EORERZB T AROMIROFTHES, LK TEAIIE3300 g/mL
LUEORE I - TEHADOMROI M E8D bl

8. QiR EHER
PRI, ERTEREREDS9 mixHVNKR US9 mixBEHSIN & Hr UL O24RFRI IR D3R5 CHhE L7z,

8.1 ABREE R USLERRE

FEREY, MRERIEEREBROERICEE 5L, ICoRUHIRROATFRAIBIRC, ERARIEREDSI mix
BACIX12.5, 25, 50, 100 U200 g/ml, S9 mixMEFNTIE625, 12,5, 25, SORTN00 pg/ml, EESLER
QAR TI33.13, 625, 125, 25K USO ug/mLAH2, SEREARE L.

-12-
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WFRRY, BRI T IHEBWE, RIERR USSR AR 7. BiteiR & U CAanmfuiu
HOS9 mixEFIMIIZDMN (500 4g/mL) %, S9 mixEEFMMUIIIMMC (0.1 pg/ml) %, HEEREIZIZMMC
(0.05 pg/mL) 2 v 7z,

82 RRIAHEDATE

82.1 AHSLER L

S9 mixHIMH =+ — LB IEIR A 2.5 mLERE L7412, S9 mix 0.5 mL & #BRE R VRt E o
BETIS %, BHSIRRHEDSEAI03 mLATML. SO mix BRI S v L iR A2.0 mLER
FUTRIT, BIEES) mixkiRMOEBE LFRRCEML.. WOy —L H00f v F a2 —F—NT
SRS Lith, FRPISEIESOmLICIY BRX, X BITISHETES L Ui DY A DM IR UM
BORER Lic. 71238, BRRREVIIRG LB T RSB E OFTH o B4 AIRACBIZE LT

822 NI

Vy— Ui, $EYERURRMHRMEOEAIRS A%, BB EOREI305 mLEFMNL, Co,
A V¥ 2~ F N TURTEIEE L SRR B AE AR OB U ORIEE L. 28, R
TR & SR T B B T OB 4 IR BIZZ U 7-.

8.2.3 EAER

SRR AR SR E L b, K T2RAIRINC10 gmLBED 2Lt I FikER &S+ — Li20.1 mL
BMLT, HFEPYRaEE. BEEBETHR B+ —Ui2025% MY 72 8% %3 mLIZ THReZ |
BEL, SUBEHT XD HaEEN L%, 75 mmoVLIE(bh U v AKESR CIESRE (37 °C, 15547 &L
To. EFRAERAMET Lith, BUSELHEEL, A ¥/ —L B3 OBE TRE L TG LI EERT
BKEEEZIT, RIEER CHBRARR AR L. ZOMIGEEEE A 74 F77 2 Lo spic—# T
Of FUCHIRE T, S8tk 2%DGiemsaefailk TS DRI L.

AT7A FEAI vy — VY- 03BAERIL, EEE AW Ta— FESZBI0 M. 7o, BIERTH
AT FEAL, HERES, SEWEAIRYES, RE, #ABE SO mixOFE (EIRELERE
SRR G, EAYERA A LT 7~V R R L7,

824 MK ORE

SR E R USEIRTR & b, R TH, &3¢ —L12025% M U 73 A %3 mLERIN L CHIRE
FRBEL, BOOERCL Y #f AN Lo MBRGHER 2 VT, AR BiE L.

HERBD L v — L 7= 03EHTY, ZOFEE V- CEMSHBRO AT 2100% . U TEBEC
BT SHRROATEE RDT=.

-13-
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9. EABE

FREOFE #BEZI LT, REEREENSHBTEHEOMTZ 1>+ — L4720 10018, 1REY
7= 0 200fBH8122 L 1=, EEADBIEIIo— FESNRIITY, BRI AREE L ORAH, FEET LI
BABER TRIAT T

YRS, BRORE LEENREI OB U BRIRE A (polyploid) R UBPHE lendoreduplication)
PEEGRE L, HENREIIOX Y v 7 (U Tgap), QR ARMT (chromatid break, LA Tctb), @Y
AT (chromosome break, LA Tcsb), @Y r{ARIZzHA (chromatid exchange, LA Tcte), GHLfA4RIZE
# (chromosome exchange, LA TFcse), @MWTH{L (fagmentation, LATHg iZHEEL, ZhbDOR@ERERH
THOMRIA BRI & LCREsk L7, 22ds, ¥ v 7L UMORBIE, REAESUIRESEORTH A3
HOR—RECHHHLOEFr vy 7L, FHRENLITTR TS L0 L Lo, BrhdiE-—Ht
Licdho THIEREMER S BRYES RS D KREWHOITEIT L Lz, REAREORENY, ¥yo 7%
BOIRE L EDRVGEE LTI TRk L

LR TR DN YR BE Z, BRICARERFAIC OV THEESRRE L7 (Photograph 1~4) .

10. RBRORKT M

REAMSHRREHCIWVT, REARE LT T HMIROHEREN%ARIGT, BIEARERIIOTF v v 7LS
OYRRE AT HRIROHBEN10%LL EERL, & OIXRIERUBH SRR ORAARE OB
D, IHEYSHBRIR D/ Ny 7 7T FF—F (Attachment 5) DFFANZRL, HECRICEEL-hoZE
PRS2V MBS TR & LT,

11. SEHFERTE
KRB R H T HHROHEREL, TiEOHEEEII b EEREIX TR T

12. HIEHENRE

FROGRIT, BORNUHSENRE 2T HMIROHEESSYRMOE S FRE, 5%l E10%A5
DAL Uiz, & DICEOHBRESI0%ELEZ R L, BEITREL TN LIRS EBtEE L.
7B, HENREORGESZETIHROMBEL, Xy v 725058 L EDRVEATEEL,
Xy vy TESDRVEEOHBRFILVHE L.

-14-
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1. JERFEERE

FABRARE S % Table 3 (Appendix 1-1~1-2) IR L 7=,

24- U7 x ZNA AF N T AR OB RO, S9 mixBRINRUSS mix UM L b
FTRTCOBETIO%UT LM TH -7 [FRIZ, HEWREHIDOHREED, S mixFANKUS9 mixiE
WnE s, T_RTORETLS%AT LM TH-7-.

24-V7 £ =Nl AF N T ARSI mixBI BT SHBAOAETRY, 1255095 1l T3 %
PAEZIRUTZAS, 50 pe/mLUl B CHIgREEsing 21200 Ol L, SERE200 /mL T30 % T
ol SOmiERIMTIST HHBAOEGRY, 625K TN2S 1ofml TI0 Y%LA EA7RUIZA3, 25 sgmLLAET
TIREEASENTT BIZ06 E DI L, BEIREED100 4g/mL TiI31 % Th-7-.

BRSRESIRS & A T RO BERME DML, S9 mixFINERUSY mixERMNE b, T_TOREICE
WTRH LR T

REtEHROBHIRFHBAOHBERY, S mixENTiZ1.0%, SOmixEFNTH0.S % ThHo7-. HERIR
FHBIOHBRAEY, S9 mixFINTIF0.5%, S9 mixFEFITII% TH-o7=. Fiz, BHEIHR(SS mix#l :
DMN ; 500 go/mL, S9 mix#EZFIN : MMC ; 0.1ug/mL) OEREHRIOHBEIL, SO mixFRNITI30.5 %,
S9 mixEFINTII0 % Tho7-. FEMIRFEHIROHBART, SO mxFIITII68.5 %, SO mixEFIMTIX
525% Th o7z,

SRR UM RICR T 2R REFREEL, Ny /700 FFr—2OEIRENTHY, R
BEEEMIZTHLDOTH T2

2. EEULEE

B H % Table 4 (Appendix 2) IR L7z,

24-T7 = SNVl AT Nl AT A OB R ERIROHBEY, TRTOBRE TS5 %Ll T Lt
Thote. [P, WENRFHROHERY, TXTORETIO%UTLEETH .

24-T7 2 ZNV4- AF R T AR OMIRAETTRRIY, 313K U625 1g/mL T390 %Ll EA R L7223,
125 pgfmL LA ECHIEREEASIEN DICHE EDEIE L, BiiRBED50 pgmL Tid27 % Th o7

RRAHRANITRE & S TR OBBRWE OVTHRE, T TORBECBWGRO ol

iRz T 2R EHROHREII0 %, HENRFAROHEELI% THo. T, Bkt
R (MMC : 005 pg/mL) (31T 2EIRFRISOHERZII0 %, MhEREAaOHREII465% Th-o 7.

ReteRUR USRI IRIC 31 AR R AR EIL, vy 7 770y R —FOIRTEENTHY, R
BEGEEHT-THLOTH- .

-15-



Study No. 971024

£

24-T7 2SN AT N0 T DREERTHREEORESY, ([SHROERERE AV S RERR
R RS L.

24-T7 x ZNVA4- AT N T AR ORI R FE R R CREERFAIEOHERET, WThoR
BRRINZI T, S%WIEI-2hololod, 247 x =g A F L1~ T AT R F R U ERR
BEOWTRLFRLAZVbOLEbh 3.

SRR R USRI OZHRFTRINC T, B BR U E B O RERHERY,
v I TF Y RF—FOIRTFFANTH Y, FROBTIFMFE#T-THOTHo7

U EORR, ARBAETIZROT, 2407 224 AF N -_RT ACREEREFRETI R L
HETD. 228, 24T 7 2= NVd- AT NAN-RUT AL YRR CRIFFICER LM+ AV 5
EREREEARCEMEOKEERE LA TWS Y. £/, BEWED a-A FARF LU TSR
ERAR, ROERRERBRICBV TR, MHREESATEARICBW T L ORERHS V.

X M

1) AfE EEE  REAREART - FEQGETEM), &t - T4 - — GO, 1987) .

2) TREAD 24T 7 2o N4 AF NNV T OB R AV S EIRERERRAR
(RBRES : 901824), AR AX NS XY Y —F ¥ — FEHIAT (2006).

3) () (L ¥FBHEFMBICEM (LW ER 2 (~F—F) Ffis— b (2001).
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Table 1. Cell growth inhibition test of 1,1°-(1,1-dimethyl-3-methylene-1,3-propanediy!) bisbenzene in cultured CHL cells

-The short treatment method-
Treated for 6 hr with S9 mix Treated for 6 hr without S9 mix
Test Concentration
Substance (ug/mL) No. of cells Survival ratio¥ ICso No. of cells Survival ratio® ICs
(X 10%plate) (%) (ug/mL) ( X 10*/plate) (%) (ug/mL)
Ni i trol
egative contro - 68 100 - 64 100 —
(Dimethyl sulfoxide)
4,69 68 100 62 97
9.38 65 96 62 97
18.8 64 94 61 95
37.5 60 88 51 80
1,1’ (1,1dimethyl-3-methylene-1 75 44 65 1015 23 36 26
,3-propanediyl) bisbenzene 150 26 38 ' 0 0 '
300* 11 16 0 0
600* 0 0 0 0
1200* 0 0 0 0
2400* 0 0 0 0

a): (1,1-(1,1-dimethyl-3-methylene-1,3-propanediyl) bisbenzene treated group / negative control) X 100.
*: White oily precipitations were noted at the time of application of the test solution and clean oily precipitations were noted on completion of the incubation,
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Table 2. Cell growth inhibition test of 1,1’-(1,1-dimethyl-3-methylene-1,3-propanediyl) bisbenzene in cultured CHL cells
-The continuous treatment method-

_zz-

Treated for 24 hr
Test Concentration
Substance (ug/mL) No. of cells Survival ratio” ICsp
(X 10%plate) (%) {ug/mL)
Negative control
- 65 100 -
(Dimethyl sulfoxide)
4,69 62 95
9.38 59 91
18.8 44 68
37.5 23 35
1,1°-(1,1-dimethyl-3-methylene 75 0 0 239
-1,3-propanediy) bisbenzene 150 0 0 .
300* 0 0
600* 0 0
1200* 0 0
2400* 0 0

a): (1,1°-(1,1-dimethyl-3-methylene-1,3-propanediyl) bisbenzene treated group / negative control) X 100.
*: White oily precipitations were noted at the time of application of the test solution and clean oily precipitations were noted on completion of the incubation.
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Table3. Chromosomal aberration test of 1,1’-(1,1-dimethyl-3-methylene-1,3-propanediy!) bisbenzene in cultured CHL cells
— The short treatment method —
Numerical aberration Structural aberrations
Test Concentration \xii::;:(_(;r me}t;c:;:se No.of No.of , u Types® and numbers No:rfﬁcf - Incidence® Smw;i:?l
substance (pg/mL) SOmix  examined FOIYPloid endoreduplication Inclzi;:)ce Judgement® (cumulative) chromosome (%) Judgement® (o
cells cells aberration
gap ctb csb cie e fig (4 (@ (+p (@

Negative control - + 200 2 0 1.0 — o 1 0 0 0 O 1 1 0.5 0.5 - 100
s Yo 00 0 . O T 0.0 0.0 .0 0 0 .0 0 0 Tl %
LU-(,1dimethyb3m 25 F 20 . 05 e T 0.1.0.0 0 0 1 1 05 05 T 0.
tyene l.lsmm’d‘l' ...... . Fo 200 . 05 e 00. 0 0 0 0 0 0 L0 T n..
Weserane 100 ... LA 200 .. . 0 w e o 0 0 1103 05 e 9
8 200 + 200 2 0 1.0 - 0 2 0 1 0 0 3 3 15 15 — 30
l Dimethylnitrosamine 500 + 200 1 0 0.5 - 0 66 0 107 0 0 137 137 685 685 + 83
Negative control - - 200 1 0 0.5 — 0o 0 0 0 o0 O 0 0 0 0 — 100
L8 . 0 O O T 0.0.0.0.0 0 0 0 0 0 = % ..
LU-(1 ) dimetyt3m . 125 T 20 .. o 0 T 0.2, 0. 0.0 0 2 2 10 0 - ! %
ofvene3propedi 25 T 00 L 0 05 o T 0.2.0.0.0.0 2 2 10 10 = 82 ..
Wobeme . O o 0 o O T 000 L0 0 1105 05 = 55
100 - 200 1 0 0.5 — 0 3 0 0 0 0 3 3 1.5 1.5 - 31

Mitomycin C 0.1 - 200 0 0 0 - 0 57 0 72 0 0 105 105 525 525 + 89

Negative control: Dimethyl sulfoxide.
a):  (Numerical aberration cells / observed metaphase cells) X 100.
b): Judged on the basis of incidence as; —: negative (lessthan 5.0%) ; =:equivocal (5.0% or higherto 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):  {11’-(1,1-dimethy}3-methylene-1,3-propenexiiyl) bisbenzene treated group or positive control / negative control} X 100.
(+g) : Total aberrant cells including the gap; (-g): total aberrant cells excluding the gap.
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Table4. Chromosomal aberration test of 1,1’-(1,1-dimetty}-3-methylene-1,3-propanediyl) bisbenzene in cultured CHL cells
— The continuous treatment method —

Numerical aberration Structural aberrations
Test Concentration m N°'°| f Noof No.of . Types®' and numbers No:ifﬂie - Incidence® Srﬁz?
substance (1g/mL) (he) examined  Polyploid  endoreduplication lnclzi;;oe Judgement® (cumulative) chnomos.ome (%) Judgement® (o
cells cells aberration
gap ctb csb cte cse fig () (g (g (g

Negative control - 24 200 0 0 0 - 00 00 00 0 0 0 0 - 100
2 S A . 200 M 0 ! 05 T 0.0.0. 0 0 0 O 0 0 0 T ll.3%B_
L-(1l-dimethyb3m . 625 Ao 200 0 ] 05 T 0.0 0 1 0 0 1 . 1,05 05 o100
dyinoL3popmedi | 125 . % 200 ol 0 05 T 0.0.0.0. 0.0 0 0 0 0 T 82 .
wesbeme s w0 o 0O o= oo o 1o 0 1 1 o5 o5 - a
50 24 200 1 0 0.5 - 0 2 0 0 0 0 2 2 10 10 — 27

Mitomycin C 0.05 24 200 0 0! 0 - 0 47 0 67 0 0 93 93 465 465 + 85

Negative control: Dimethyl sulfoxide.
@: (Numerical aberration cells / observed metaphase cells) X 100.
b): Judged on the basis of incidence as; —: negative {lessthan 5.0%) ; =:equivocal (5.0% or higherto less than 10.0%) ; +: positive {10.0% or higher) .
c): cth: chromatid break; csb: chromosome break; cte: chromatid exchange; cse: chromosome exchange; fig; fragmentation.
d):  (Cells with structurat chromosoe aberration / observed metaphase cells) <X 100,
e):  {1,1-(1,ldimettyl-3-methylene-1 3-propanediyl) bisbenzene treated group or positive control / negative control) X 100.
(+g) : Total aberrant cells including the gap; (-g): total aberrant cells excluding the gap.
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The short treatment method
—&— Treated for 6hr with S9 mix

—B— Treated for 6hr without S9 mix

The continuous treatment method
—A— Treated for 24hr

125 ¢
100 F
X 75t
k-1
=
=
_>
B s |
¥ 7]
25 |
O 1 1 1 1 - . -
469 938 188 375 75 150 300 600 1200 2400

Concentration(u g/mL)

Figure 1. Cell growth inhibition test of 1,1’-(1,1-dimethyl-3-methylene-1,3-propanediyl)bisbenzene in cultured CHL cells.
Study No. 971024
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