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7283, FORSHERE ISR TR CE 0 OfilE S, Yk REES TS 17 orila %,
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heas FrFh

Phenobarbital(PB)¥5 X. TX 5,6-Benzoflavone(BF)
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S9 mix 1 mL FOEZ LTI RLTE.

59 03 mL

MeCl, 5 pmol0.ImL
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Yofa (R LB RBA CIIE R ERNCHRIFHE (356.5 mg/mL IR Z8¥H L7, 2D 3565
mg/mL JRHR % A CIERAIR L, 3209, 288.8, 259.9, 2339, 210.5, 189.5, 170.5,
153.5 B3 X TF 138.1 mg/mL ¥EZ FREL L7z (GEEREIRL 24 BERALEE) . F 77, 356.5 mg/mL
U O —ERERE L, Rk RS CIRRAR L, 1783, 89.1, 44.6 33X T8 22.3 mg/ml,
WEERR L GERREE) . ARG, EOTAR T T

Yufo (FREHER CREFTBER: 24 FERE — BAINAER) TI3HERTICRARIRR (356.5
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APRAMENR © Lot No. K2H96 ; XFEEETHE) #AWTHERL, | mL 9240t L7,
BREGRTE LT L OERABRITA V.

HERHBITERFRIAEIETO.] ug/ml, EFERET 005 ng/mL & L7-.

RRPEXFR (SERFRALEREES9 JLEE)

EE A (Lot No. K2K80) SmL IZFfE L= 7/ wFR A7 7 I F (CP: Lot No.3045 ;
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HBAE
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LR A P adich - Sl By el

FER o Ve USRI T
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REEAERR (53R

HBRAE

HRHEMRFERR OGS R, ERNAEE TIIREAR D 3565 pg/mL (2B THAE
OREFE % 50%LL EIHIT 5 Z L i3ido o 2 Lk 3565 ug/ml %, EEGCALERNE 24 BF
FEIER CIIAIEERE % S0%LL F3nl4 5 & FIREND 3565 pg/ml. 2EEREE L, L
FiZRLE 4~10 A& RAaERERBOARICRE L.

AERR A& (ug/mL)

elsg i bubs s
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SRFRLEETE
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TR
24 BFfER

o
9]
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FTHREZMA LEBRIIOWTRERREOBEL2ER L.

fEH 7 — B L USRI
1 HEYEY 28071 — 2BV
REES, WHEBIEELHETSIZ LI vE7U— FEERIL .

SRFREALERE-S9 A8

ER 60 mmO7 L— b GEREEAY v—L  FA~—27 54 b) 128 x 10/,
mLZFRS L7 MRt S mL (4 x 10°4BIR) S4B, 3 ARSE L. EERTHE,
13.8.6. 2R OFE THRWBESONEE T, 6 BEERELSIT %, 87— D
BEREEREL, Ay 3 ) CESEER (Lot No. 73K 2448 ; Sigma-Aldrich Chemical)
FROCCHERAE S Lis. SRRl 3 mL e E, X510 18 B AR /g1
BB A ER L.

SRRSO AR

B 7 b MT 8 x 10°HIKE, - mLIZ RS U 7= MRk S mL&-$8TE L, 3 RRsssE L7z
BB TH, 1386128 LRSS THE, #8ER L OB R E 0B ET-
7=,

D% OB 13831 OITEICHE L -
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F 7 BT 8 x 10° ARl mL (TR L7 AR S mL ZEETE L, 3 ARMEEL
e, BEEMTH 1386 IR L-HE THEE BRYWER L UBERSEO0RE
fTolz. EHIT 24 BEEERERT T RICRANREREER L.

NRE—E
R X O FEAE R
AR S9 mix ALERIR R S9 mix by
~SO AL 3.0mL - 0.03 mL 27 mL - 0.3 mL
+89 2LFR 2.5mL 0.5mL 0.03 mL 2.2 mL 0.5 mL 0.3 ml.
24 FFRALER 3.0 mL - 0.03 mL 2.7 mL - 0.3mL
rilEogs
13771 50 OB EICHE L.
EADOVERY

Yo A AYERLOD 2 FFRIRTI C BIGIREE T02 ng/ml £ 725 X 5 21 2 REFHE (Lot No.
1187876 ; Invitrogen) ZEUML, FEIEHREEZ T CELE S, ROT, EBREZ R
BIZE2BB LI, 025% U 7L ¥ (Lot No. 1194331 ; Invitrogen) % H\W T L—

MBI FIBE L, EROENOERIKIZME 2. R % 1000 r/min T 5 2=
OB LIS IR A BR V-8, 37°CIZARIB LTV - 75 mmol/L $i4k 4 U 7 A /kigik
Z5mLAN%, 37°C P T 16 SRR 51T - /2. LRl & 0 RTRE By V=18,
KGLZEER (AF/—A 34 BB 15 CHRZEE L. BEREL 2 EHL
I, FLVCEEREEEMZ CHIREER S L, BIBEEEADR T A4 FHF R BT
2TOMT L. AR5 A FEARETSIZERIE, 1/100moll.F kU 7 A« U s
% (PH 6.8 : Lot No. TP601374 ; Merck) Z IV vTHRI L7- 1.2%% AP HEHE (Lot No.
OB279210 ; Merck) TI12 BfEME L., AT FEABEKBELH%, BlRsEr.

1 7L— Y720 3 iRt AR R LTz,

AIRLHETEAIH B O N E
e R A ERIBR T PR R, S HEREOER B J B MEROZ 7 L— Moo
W, ATP 74 P A—F— (LITFTAF— CI00LU : Fva—<l) ZH RN
BT AF—F 2L
T35, 1% Tween 80 KFHK 2 mL 437 L7/ NRBREIC, (KRR L7 il
50 pL IRIUEER LT B39 20 FIEME L 72, WIERT 2 — 712 Z DIBENWEE 100 ulL
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SUEL, ATP BIERREER v P (W37 =250 F v - ) ORNAEFEE 100 uL
ML, 18%%E (Relative Light Unit ; RLU) ZRIE ULz, BMEdB#cRT5
RLU {TxHd A kb GEXHBRGEESE) &AW TR, MlaERamslE & L.
FHflfieige

PRI OB S, 13.8.9. ORMIHIREER B ERE & b S0%LLEER LI Z &0,
B L-RELEVHEE, T70bb 3565 ugml AEARE L, WTNEBERTS 3 A
BExBRARY L.

EATERR N 2eE

S TOEREa— ML TEIZE LT

HF7V— S0 1008, 3700 1 BESD 200 @OSEHPHEETRE T (=
600) TEEEE L, ERDIEMELE LTX Y v 7 (gap), YEOETHT (cb), Rf
TR (csb), HearydzZi (cte), RMPRATH (cse) BLUEDOM (oth) ORBERE
LT 2R L, RBARH BV LI GE MR L, SRS
BOBRBRBHONDBRE, T OFREMEERD MBS HRERR, A o3kDhr
BT TOARVWESIIOASy v 7 LTEHI L. £/, BRI LTI AR
Y7= 0 200 EOHHETIHE S BEL, FEREREOHBEIT OWTHEER L.

DEGRERER GBS —24 R

HERFREE BT, BIEEREME OO T, EFEE ORI OV T HEIE
FEM LD, FHENREN 3 HREeN o Z Ehh, BMAREER L.
HEBRAE

FIRHSPEINHIRBR ORE R, MEFTOER: 24 ISRALEE CITMBISME % 50%LL EHf+ 3
EFBEND 3565 ugml EEEBEE L, TR LE T HELREEEERER B
MFEBROMARIZRE L. 2L, RIFRUEEOMINSIEHER 2 EE L, &tk
2L MR L.

HRERE A& (pg/ml)

LS AVEREE 24 BT AR 557 111 223 446 891 1783 3565

THEA LARC W TREFRREOBREL ER L.

HHE7 L — MEB USRS A
13821 DB HE L 7.

R EREE 04 BFE LR
13.8.5. 1T OHEICHEL -,
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71T, VR, R S L UM R E AT 1394108 L - BIe T T
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BER L USRS BEH R
B S9 mix MR | FEERK S9 mix PR
24 FERHTAER 3.0mL - 0.03mL 2.7mL - 0.3 mL
Wit ngig
1377\ SO IEICHE L.
BEAOIER

13 88T OARIZHE U -, 1272 L, B E OIS EER 72Dz, P 7V Ug,
BETIT B8N, Ay 2 ) EEERR (Lot No. 103K2403) A BV THIlEZ U0
Lo 7=, FLFYedik (Merck) X Lot No.OB318388 LD AR L.

HUBC ARSI DFE

13.8.9. (230880 iR HEL .
x5

AR 24 BRI A OBE, HRHBIEIEERD TS L F 90%% 75 LTV B 446 ug/mL
BN THORPHBIIREISBP L TNEZ end, 223 ugml 2EAE L Lo
T23IHBEFEERRL L.

Pufa R OEEE
1381 1LICECE D FIEZHE T 7.

*EROfRMT

BAREHIZ, ¥y v T OMEET ML EDROERIC DNV TIT T

REMOHBSEE %, Fisher DEEMSEHEE (FBKERMI25%) ZRVWTRE
Uiz, E7-REEFEMEIC OV TIY, Cochran Armitage OERRE  CEEKIER B 2.5%)
FHWTRE L.

BatEtPERE & i U, IR CB W THEBESRED L, 20, RBRARI
ERIEMEMRRO ONDD, HAIVIERESHEE SNBSS, BELREL:. 2L,
BB, BBREG T COEMI R EHLER L TiT- 7.
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14.1. bt e et

1411, HERRSETEEDRIERERSS R
PEAFER % Figure 1, 28X UM Table 1, 21T7RLT.
FERFREALETA-SO RIS K RRHSY A0ER TII R/ MRREFRIAHER 3 4 LT,
S0% AR Z BN T & 2 o o, BEHLEE 24 FRLBE TRIRRAED
3565 pg/mL THAXHBIEEETEEN 50%% TR, £/ 4L A VBV UL D
S0% MRS NHENE I 2738 ng/mL 2 EH A7z,

14.1.2.  HrHEOBE
MFBAAATS L MBS T, WP N OAFRIZEBN TS 223 pg/ml YLEDRE THEK
FROFT S, 1783 pg/ml U E TR S Sz BOMRONFHS MRS b/,

14.2. Yuak BEPE

1421, iFRLEE-S9

FERFER % Table 3 3L U Appendix 1 127 LTz,

T/ F LA VEEZ ) 2 Y BT ORGAEERE HREENT, 891 pg/mL T 1.0%,
1783 pg/mL T 0.0%, 3565 pg/mL T 0.5%%/R L, PEHERRRE (1.0%) &b L CHifg
RIS ST B EiaoMBREL, SRS HEMEER (0.0%)
LRETH o 7, WEN OB RO T L EE MG ERISEE s h
Ao,

—F, BHREE MMC COB L7-ABR T, Rt B R 2 8BEsh, *
DI 36.0% (p<0.025) TH=-T.

1422, SERGRAETES9 AL

FBRFESL A Table 4 38 XU Appendix 2 1ZR L7z,

T A VA VEES Y B ) VAR O AARIER T HBREIL, 891 pg/ml T 2.0%,
1783 pg/mL T 0.5%, 3565 pg/mL T0.5%% R L, FEMESREE (0.0%) &bk U TRk
REMIRRD SN T, SEIERROHEERE T, SHEL LEMTIE (0.0%)
ERIETH . F, WTROAERIIR W T L EE iSRG ERIISE S
A IRy il

—J, BHERERD CP AR TORGRER Y MBI 195% (p<0.025) ThHo
7=.
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B AERYE 24 BERTALIR — IEANER

REBEER % Table 5 B XU Appendix 3 IZ7R L7z.

T F A VBT ) ) VB TOREARSSRE HIRMERET, 55.7 ug/mL T 0.0%,
111 pg/mL T 1.0%, 223 pg/mL TO0.0%%RL, BYEHREE (1.0%) &L THER
BIMIERD i o T, EEERROMESEEIIAARE L bR (1.0%) LA
ETHhotl, T, WTNOLERIZROTHERE LSS ERITBRE I
ofe. BB ARD 446 ug/ml 2B T B AR EETERIL 90%L, L& R LTV izds,
BB SRPHRINT L A YR N0 T

—77, BAEHRE MMC TR L 7RI Tk e s RE S 2EEIRsh, 20
HERAARIT 25.0% (p<0.025) ThoTo

P DTS

ERBEAAEs L OWERK TRE, SO ER 2 5HTNT 24 BRRER T 223 pg/ml UL EOFIE
TREHFROFHE, 1783 ug/mL PLE TR E S @I EE) b
+S9 AR CIE 446 pg/mL L EO R B THERFRIROITHIZAS, 1783 pg/ml BLETIIE 6
Iz B EIIROFTHHFRD DT
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15. B8P IR

FTSAVA VBT VY VOERRYE, ThbLReRRERBEORELRETTD
7o, BEEMRD (CHLAU) %AV inviro BB EVBR T ERB L7

RSN R 2 2T, SRRSO R, [A+S9 AL b UNTERCLE
E2A B CII T A ¥o A4V EED BN EESHETH S 10 MM D 3565 pg/mL
HDOVTEBAEREOHER R EIROMBEE TRETL .

REEEERBOMRE, /404 VB ) v ) ANETE, OkRRLEE-S 088
B L NS OV FIUTRN T RAGERE OF MR IR B & REOM
R L, PR MEERE ORRIIGED bR o, ERIEREIZ WV TR
FHIE XN T &5, e Rk 24 B B ORARORE T EE L 2. TO/RR,
WM T BT b REARREFREIIRE L HE SN,

IEBYE T A LA LBES VR DL (Glycerol monooleate) DB {2 HTNIFE
PBAAEZBET DG T,

EFETHS 7 Ve —A (Glycerol) IZOWTIIMEZ AV HERERETRAR,
CHO ffa % AV - R AR EHER, CHO Milas AV oG/ A7z B, CHO 4B
FaE FVORETERERNR, v MFlaE MV UDS RECiak Vet sh
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Table 1. Results of growth inhibition test of glycercl monooleate [ Short-term treatment] Exp. No. 7820 (115-185)

[ Short—-term treatment : -59 [ Short-term treatment : +59]
Relative Relative
Compound Dose (pg/mL) cell [ Mean ] Compound Dose {pg/mL) cell [ Mean ]
growth (%) growth (%)
DMSC a) 0 100.0 { 100.0 ] DMSO a) 0 100.0 [ 100.0 ]
100.0 100.0
Glycerol monooleate 6.96 97.6 [ 899.0 ] Glycersl monooleate €.96 97.5 { 49,9 ]
100.4 102.3
13.9 106.0 [ 107.4 3 13.9 100.3 [ 101.1 1}
198.7 101.8
27.9 105.4 [ 107.1} 27.9 102.2 [ 10C.6 ]
\ 108.8 99.0
]
N 55.7 96.8 H 99.0 ] 35.7 99.5 [ 100.0 ]
! 101.2 100.5
i1l 108.1 [ 103.4 ] 111 109.2 [ 105.5
98.7 101.8
223 d) 89.0 [ 89.9 ] 223 d) 110.1 I 110.7 :
90.8 111.3
446 d) 117.2 [ 118.7 1 446 d) 146G.9 [ 137.9 ]
120.2 134.8
891 d) 121.1 [ 115.4 ] 891 d) 165.2 { 160.6 ]
109.7 156.0
1783 d) 80.3 [ 88.1 ] 1783 a@) 127.0 { 118.3 )
95.9 109.06
3565 d) 87.0 [ 70.9] 3565 d} 95.5 [ 100.% ]
54.7 105.7

al: Negative contrel
d}: Visible precipitation was observed at the end of exposure period.



Table 2. Results of grcwth inhibition test of glycercl monooleate [ Continuous treatment] Exp. No. 7820 (115-185)

f Continuous treatment : 24 hj

Relative
Compound Dose (pg/mL) cell [ Mean ]
grovith (%)

-9Z-

DMSO a} 0 106.0 [ 10C.0 1}

1006.0

Glycerol monooleats 6.96 84.8 [ 87.6 ]
90.3

13.9 103.3 [ 104.5 ]
105.¢6

27.9 96. % { 97,7 ]
98.4

55.7 95.3 { 95.6 ]
95.8

111 56.1 { 76.9 1
97.¢

223 d) 101.0 [ 103.4}
105.7

446 d) 112.8 [ 112.0 ]
111.2

891 d} 133.5 [ 130.1 )
126.6

1783 d) 896.2 [ 96.8 ]
97.4

3565 4) 5.5 [ 12.7 ]
18.9

50% Growth inhibition dose was as follows:
[ Continuous treatment : 24 h] 2738 (pg/ml)

aj): Negative control
d}: Visible precipitation was observad at the end of exposure period.



Table 3. Chromosome abezration Lest in CHL cells treated with glycerol mcnooleate Exp. No. 7820 (115-185)

{ Short-term Lreatment

Number Number of cells with Numbar of cells Number of Number of
Compound Dose Time ¢f Relative of structural aberrations with cells poiypleid Final
{(ng/ml.}  exposure cell growth cells akberrations analyzed cells jadgement
(h) %) analyzed gap ctb cte csb cse oth ~gap (%) for polyploid (%)
DMS0 a) 0 & 100.0 200 2 0 2 0 0 0 2 1 1.0} 200 0 ( 0.0}
Glycerol 881 d) 6 121.8 200 4] 2 1 0 0 0 2 {1 1.0) 200 3 ( 1.5
-monooleate
1783 d) 6 114.8 200 2 0 0 0 0 o] 0 { 0.0) 200 0 ( 0.0) Negative
3565 d) S 101.1 200 3 1 0 0 0 o] 1 ¢ 0.5 200 4 ( 2.0)
MMC b) 0.1 5 77.5 200 9 22 63 0 1 0 72 ( 36.0) * 200 2 (0 1.0)
Abbreviation: ctb; chromatid break, c¢te: chrcomatid exchange, c¢sb: chromosome break, c¢se: chromosome exchange, oth: others

—gap: total number of cells with aberrations except gap
*:5ignificant difference from control (Fishsr's exact test) p<0.025

a): Negative control
b): Positive control (Mitomycin C)

d}: Visible precipitation was observed at the enc¢ of exposure period.



Takble 4.

Chromesome aberration test in CHL cells treated with glycerol menooleate

Exp. No. 7820 (115-185)

| Short-term treatment +59]
Number Number of cells with Number of cells Number of Number cof
Compound Dose Time cf Relative of structural aberrations with cells polyploid Final
(ung/mi) exposure cell growth cells aberrations analyzed cells juadgement
(h) (%) analyzed gap ctb cte csb cse oth ~gap{%) for polyploid (%)

DMSC a) 0 ) 100.0 200 1 0 0 0 0 0 ¢ { 0.0} 200 0 ( 0.0}

Glyccrol 821 d) 6 135.9 200 4 3 3 0 a 0 4 ( 2.0) 260 1 (¢ 0.5

-monoocleate

1783 o) 3 123.9 200 2 0 1 0 0 0 Lt 0.5 200 0 ( 0.0) Negative
3565 d) £ 111.4 2040 2 0 1 0 0 0 1L { 0.9 200 0 ( 0.0)

CP b) 12.5 6 83.4 200 7 10 31 0 0 0 3% { 19.5) = 200 G 0.0)
Abbreviation: ctb; chromatid break, cte: chromatid exchange, csb: chromosome break, cse: chromosome exchange, oth: others
-gap: total number of cellsz with aberrations except gap
*:8ignificant difference from control (Fisher's exact test) p<0.025

a): Negative control

b): Positive control (Cyclophosphamide)

d): Visible precipilalion was observed at the erd of exposure peried.
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Table 5. Chromosome aberration teslL in CHL cells treated with glycerol monooleate Exp. No. 7820 (115-185)
{additional study)
{ Continucus treatment : 24 I

Number Number of celis with Numier of cells Number of Number of
Compound Dose Time of Relative of structural aberxrations with cells polyploid Final
(pg/mL) exposure cell growth cells aberrations analyzed cells judgement
(h} (%) analyzed gap ctb cte csb cse cth -gag (%) for polypleid (%)
DMSO a) 0 24 100.0 200 2 0 2 0 0 0 2 ( 1.0 200 2 ( 1.0)
Glycerol 55.7 24 99.0 200 1 0 0 ¢ 0 0 0 ( 0.0) 200 o ¢ 0.0)
-monoocleate
111 24 105.9 206 2 0 2 0 O 0 2 ( 1.0) 200 2 ( 1.0) Negative
223 d} 24 87.0 200 1 0 0 0 0 0 2 ( 0.0) 200 30 1.5
446 d) 24 891.6 Toxic
MMC b) 0.05 24 104 .4 200 13 9 a4 0 1 o] 5¢ ( 25.0) * 200 o G.0)

Abbreviation: ctb; chrcmatid break, cte: chromatid exchange, csb: chromcsome break, c¢se: chromosome exchange, oth: others
-gap: total number of cells with aberrations except gap

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

a): Negative control

b): Posilive contreol (Mitomycin C)

d): Visible precipitation was observed at the end of exposure period,
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