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Figures and Tables

Fig.

Fig.

Fig.

Fig.

Fig.

Fig.

Fig.

Fig.

1-1

1-2

2-1

2-2

3-1

3-2

4-1

4-2

Results of the cell-growth inhibition test treated with
2-amino-2-ethyl-1,3-propanediol
[short-term treatment: +S9 mix]

Results of the cell-growth inhibition test () and
chromosome aberration test (structural Q)
treated with 2-amino-2-ethyl-1,3-propanediol
[short-term treatment: +S9 mix]

Results of the cell-growth inhibition test treated with
2-amino-2-ethyl-1,3-propanediol
[short-term treatment: -S9 mix]

Results of the cell-growth inhibition test () and
chromosome aberration test (structural Q)
treated with 2-amino-2-ethyl-1,3-propanediol
[short-term treatment: -S9 mix]

Results of the cell-growth inhibition test treated with
2-amino-2-ethyl-1,3-propanediol
[continuous treatment: 24 hr]

Results of the cell-growth inhibition test () and
chromosome aberration test (structural O)
treated with 2-amino-2-ethyl-1,3-propanediol
[continuous treatment: 24 hr]

Results of the cell-growth inhibition test treated with
2-amino-2-ethyl-1,3-propanediol
[continuous treatment: 48 hr]

Results of the cell-growth inhibition test () and
chromosome aberration test (structural O)
treated with 2-amino-2-ethyl-1,3-propanediol

[continuous treatment: 48 hr]



Table 1-1 Cell growth ratio in CHL/IU cells treated with
2-amino-2-ethyl-1,3-propanediol
[short-term treatment: +S9 mix]

Table 1-2 Cell growth ratio in CHI/IU cells treated with
2-amino-2-ethyl-1,3-propanediol
[short-term treatment: -S9 mix]

Table 1-3 Cell growth ratio in CHL/IU cells treated with
2-amino-2-ethyl-1,3-propanediol
[continuous treatment: 24 hr]

Table 1-4 Cell growth ratio in CHL/TU cells treated with
2-amino-2-ethyl-1,3-propanediol
[continuous treatment: 48 hr]

Table 2-1 Chromosome aberration in CHL/IU cells treated with
2-amino-2-ethyl-1,3-propanediol
[short-term treatment: +S9 mix]

Table 2-2 Chromosome aberration in CHL/IU cells treated with
2-amino-2-ethyl-1,3-propanediol
[short-term treatment: -S9 mix]

Table 2-3 Chromosome aberration in CHL/IU cells treated with
2-amino-2-ethyl-1,3-propanediol
[continuous treatment: 24 hr]

Table 2-4 Chromosome aberration in CHL/IU cells treated with
2-amino-2-ethyl-1,3-propanediol

[continuous treatment: 48 hr]
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2-7 X/ -2-2FN-13-T RN DA NVORGBHEREFREOHELRNNT D7D, FvA
S RANARZ—HEEMR (CHLAIU) 2AWTREKEERRE ER L,

B, MEEENHRRLEERBRT A Fo A VICED BT 10mM 1Y% T58
1200pg/mL # BERBRIBE L LTiTo 7, TORR, ARFMARED, RETEEL R CIHEAH
TEHEA L R OERTALERYED 24 IFHAE TIIRERRBE BV TS 50%MIEMENH 2R3/
Mo fe, EHAIEEO 48 FFRLE TRIESERRBE BV T 60%MIREMME %~ L, 50%
MBI RE DA BRI 1075pg/mL Thotz, Lo T, REKRERBRICEIT IEEARE
E%mikE Hi2 1200pg/mL & L., EATF 600, 300, 150 U} 75.0 ug/mL D5 5 ABZHREL
RAGEEFRERZRNLE, B, BECITEBERERE v,

LEGREAROBR. EFFRAIRE TR, RENEECERCIERHTEREL L bICRaEOM
BEEEOHBERIEMET, EEEEMROEBMLRD N hoT, T, EEEAEEIZ
BWTH, 24 BFHAERE T 48 FFRILE & HICREAEOKERF OHBRRIHMES, i
BHEAEOEMbBO bhvighol, —JF. BB T, REFBEREOBRELRFRIR
H b,

DLEORERENS, 2-7 3 /-2-2F)1-1,3- 7 a3 P — i ARBREE F I BTG RE
FHEIAEIRVBLOLHELE,
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BERMERUE
1. #HEBENHERUEGE
) #HBRME
wE Y E X TREsh--TR&EZEAL, HERE
FEFTEEIIC B TIHESHT 21T o 72 (Attached Data 1)

#H & & . BAFBEEEREEETER CEDERESIRE

B/ OE &

Za P53 D273 )22 FN-13-Tur T —
2-amino-2-ethyl-1,3-propanediol

CASE & : 115-70-8

g

it : C:HsC(CH20H):NH:

ol i3 1 99.4%

H ETN D PRERAEY. RtroikE

5 F R . 119.16 ’

oy FES

&’ F 7 i : WEERT (REFHIMPOERRE © 1~9T)

7 E D ERBRTROEBRMHEZ O L#ER, REICMERZL,
EBRERPIIRETH o7, (Attached Data 2)

B9 H&ED

AE . BFBEMERAETLIOT. RYBRVERIIFREEER L,

kR EFES D HEGTTRET RWERTE. FREFRERVE L FEK
HROE RN E

& & TN TOEERBK TRICEBRMEORBETEET S,

2) B

Z R C EEERRK

oy hEE : KOD95

) ¥ . BAERF

® & x D MRS REEETE

" T HIE ;=R
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" EFEB . HRBMER FRR=E

BAEOERER  $EBRWEIL 500 mg/ml ORE CARAEIFICHEMEL, AR
KRR, R}, RARVEAEOEIIRD 2D,
Lied o TEBRBEREZERE UGRIRLT,

2. BEREORAS

1) WEFEE

(1) HRRREREINHIRER
HERWE 0.6006g % 5mL AR 7 T AIFHRL, FEETHEEL, AAT v/ LTH
BEED 120 mg/mL A (7L — M2 0.05 mL I U-BROFKEE - 1200 pg/ml)
FHRKL, RERE (IWAKI GLASS, /U 0.20um) L7, &KW, 120 mg/mL EK
Bl 2 (HFREOHRK 1.0mL : ABRERK 1.0mL) TIEKR 7 BEARL, 60.0,
30.0, 15.0, 7.50. 3.75, 1.88 R} 0.94 mg/mL ® 8 MEDHBRIKLH/EL1-,

(2) RAakRERR
WRE £ SRR TR 0.6000 g, EHEAETIX05999 g 5 mL AR T F R
CRRL, BETERL, ART vy 7L TEERED 120 mg/mlL FREZFAR L, K&
W (IWAKI GLASS, X2 0.20pm) Uiz, RWT, 120 mg/mL AR 2 A 2 (BB
EO#HE#E 1.0 mL : £ABAEE 1.0 ml) TIEK 4 BEAR L. 60.0, 30.0, 15.0 L
7.50 mg/mL @ 5 R OHRKEFRL L,

2) BREFE
WRIRITARRR L L, REFERTbRMo T,

3) TiEMH
2-7 % 7 -2-LFN-1,3-Ta R D — W AEBRRER R RN UBIC, BiE, B R

AR OBRAEL7: S350 bt ho iz,

3. xEYHE
1) fetexff (EaxTR)
22 BF o EERER
oy b #F B . KOD95
53] % . BERERFS
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BRASHRENETS
=31
HERGAT T EREE

a7+ A77 I N (BLFCP LBERET D)
CKP7428

FYepigE T ¥t

AR (97.0%LLE)

M (BERRES : 1793) | EX
HEGHRH TRR=E

<A b= C (LLF MMC LEEET 5)
319AJD

B FEREE TS

2mg (/fli) /R

FIE (REFHRPOERRE . 12~25°C) | EX
HERGHRR ZRE=X

CP %75 AF v 7i&mLE (50mL) 12 0.0160 g EE L7z, ZHICABAER (BX
EKREF, KRS RERIE TS, KODI5) % 20.0 mL % THEM L 0.75 mg/mL ¥FEK (1
FK 49 mLIC 0.1 mL 2MA-BEOEKEE : 15 ug/ml) ZFRL -,

MMC @ 2 mg FENA TNMCAERER (AXERFT. RRNEHEARERETE
KOD95) #ESE T2 mL M CTEME L (1.00 mg/mL) , KRIZZ DEiKE ALK 20 T
JEYR 2 BepE#IR (A 0.25 mL : ABAREK 4.75 mL) L. 0.0500 % U 0.00250 mg/mL
OEWE LML 72 (FEH 4.9 mL i< 0.00250 mg/mL k% 0.1 mL Nz 7=, Z 0D
RHBEL 0.05 pg/mL) .

B, FHETAREE L, BRKITTRTSOP - THEELR,
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(3) Bt IR H OERE B
EUERBRETA F7A VIZEABHER I TV D 2 E RUKEE TREX LBRNES
THHZ &2 6 CP R MMC 2=ZIR LT,

4. ERMREK

1) SRIZAEESEMN
HMIRIZ. F ¥ A =— AN LAY —OHRBMESFME (CHLIU) 2HWe, 2B, A
FRIEFRZER CHEBRT L CWoHR L MR, FREEL AW,

2y AFEERUAFEAH
HRIX, 20014E 12 H 26 BiCt a—= ¥4 TV ARBFFR A7 PBbAEL, A
Fh, BREODLROVHIRRE S AFARLEXY F (DMSO, 1y &S KSH7174, R
FREFRR 99% LA b, TR TR EH) 2 10 vol% i LIz IK CARICKEE R
THREF LT, RBRICIIZORGFHREZHE LERERE L b0%, MBOERRES £
LTHRARENVBETHDZ L 2RE LERICER L, FERAROMIRSMREI, M
FENHIRER T 16 ML H , RAARFERBR TITERFAE T 20 #RUE O, EHRQEET
28 CE DMIfAZ AV, £, AFROBHE T/ 2/ XAvEETHDE Z L 2R L
7o

3) HRROBIRFEH
REEEDB DR RBMAR TREKREOBRICET 52 L. BRREOREHRN
BEENENZ &, BIZEL O{EFHEICR L TRESEREL AN 7 7S50 FTF—&2 08
BECTHIZLREOBEANLAMBAEERLL,

4) B fRiER
HBUICHER L HRORAER DT — FIZ 25 & (n=20, T0%DHIMEM 25 &) THY,
WEITH -7z,

5) EREARI
REBICRAVMiRIE, 7 L— M ETEBRICEM L. EAMROSMERRMIL 15.5 BT
Hole, TNHIIAFREORKE (BERICEIE, £/ 18~20 BFH) LR CEY:
BN CThH o7,

6) HREiK |
2% 13 Minimum Essential Medium (GIBCO™, Cat.No.11095-080, Invitrogen
Co.) ZRVWVZ, ZHUZHMBk (56°C, 30 ) L7-fF4MiFE% 10 vol%fii L TH#R %
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AR L7z,
Ty EEREMF
R AERIEE TRV, CO BE 5%, K 37CORBELRHFTTIHEL, 1~4 8
T LT LT,

8) MRORTF
EERIZ D AFAZ AT N (DMSO, JIS SRR 99% 0L . Fuyeslisk T ¥
ARett) 2 10% &ML, BEEREF 7 (—196°CHEGME) T THREFELE,

5. S9 mix & UMEEHK
1) S9 mix
S9 R UEEE (S9/= 7724 —C &y b, Lot No. C030314131, AU =1 ¥ VEERE
TEEASH) Z2BA L, S9mix ZFRAR L=, FRIIARCITo 7,

1 S9
Z 7. S9
o v b &F S5 : 03031413
Y # B : 20034 3A14H
i % & : Zvh-SDX%
s . HE
G & . 78
1L E . 2234%8.1g
BoE Y H . T/ 0EF—)L (PB) &56-_0VT75K (BF)
® 5 %k BEEARSE

REFHRKRER
PB 4 Bf 30+60+60+60mg/kg body weight
BF 1B  80mglkg body weight
R 7 F & GEREF (—80CREDHIEE, HBTREES : 928)
£ A # R : 20034 98 13H
" F B o HEBWRR FREE
(2) #HBESR
£ o avysE—C
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oy +F&F 5 : C03031110
WM % B : 20034 3HI11A
BT F B HEEE (—S0CREDKHEE. HBRBGES : 928)
M A # FB : 20034 9H 10H
" F 5 B HEREMEAR FRRE
(3) S9 mix DAL
S9 2 mL
HhBE®R 4.7mL  20mmol/l. HEPES &#i&(pH 7.2) 1.34 mL,
50mmol/L it~ 7R3 v K& 0.67 mL
330mmol/L Hikh V 7 bAKEEHE 0.67 mL
50mmol/L. /N a—Z.6-U EKEER 0.67mL
40mmol/L. BB —=—oF 7T I F.775=V
VX7 vEAF RY CBNADPYKE®R  0.67 mL
KRk 0.67 mL
T304

K (I Minimum Essential Medium (GIBCO™, Cat. No. 11095-080, Invitrogen
Co.) AW, ZhiZHEML (56°C, 304) LfFFMiEE 10 vol%HiML THER L
R U7, AREOSERImERT L,

0y

2)

FHmiE

% Br o
n vy b &F
® &
w & H &
&’ fF B P

51

CS (Calf serum)

411062

Life Technologies Inc.

W (—B0CEHREDHEE, BERHEES : 928)
HBBT e RRRE

Minimum Essential Medium (MEM)

= -~
# & =x©
R #F F &
t #F % AT

1167442

: Invitrogen Corporation

© W (BBBREEF 0 1793)

BBOEUERT ERR=
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BB

BRBUI LI T O A7 — JHEI S L,

1. ABBLAAR IR, SRR  BELE

2. REFRERR LR RBTEREN
SRR

AL 24 KSR/

48 PR

1) WA

(1) HBRRBEFEINHIRER
ERFHEALEVE TIIAENEE L T+ | FEMREEELEE (- &L, ERaBETi
24 BERALER S [24-) | 48 BERALERE [48-) & L7z, BICIHICET T ()
xtHE INC) . #HBRHHLAERLRECR W E,»S M1y | T2, 13, ---OHE
BEAR L7 CHERABHS LRI L,

(@) RAKRFEAR
MRETENHRR EFRICES2HRB LA T SATRIN L, £ L., BHEDR
(Positive Control) X TPC) & L7z, Rfa{fiZERL, RABRES LBRNEEX T F L
Wa— Kkl [0l ~ 199) $TO2HDEBRVUIRTIA FEESEFHRLEZ T~
THEABMEEBII LT,

2) AR HERER R

LeaRERRICBTIHEBRDECLBRELRET HOOTFHARL LTEREL
e WTHOLBEICIBWTHLEEREES 1200 pg/mL (10 mMAEY) L, UTA
b 2 THIR L7- 600, 300, 150, 75.0. 37.5, 18.8 RUF9.40 pg/mL O 8 BEZRE
L. ZHIZEME () oMBE2RT 72, £, SNk TR RBEEL & FEREE
ML TR A ER LT,

(1) HEFFRLERE
Vx—UIXyBRBREE S IAFy 7 7 — b (BER60mm) F2#EL, vr—L1
YD 2X10¢EDOMAE (&K 5.0mL) ZFEL 3 BEEE Lo#, B Ems
METHIRICEEDORNWI LEFERELTH L, KBNS TIIRE%EK 0.883 mL # MY
fR& . S9 mix 0.833 mL K O'E B E OWENK 0.05mL 2 0% /-, RtE (HA) xtBIic->
W, B39 0.883 mL # & & S9 mix 0.833 mL R UM AR 0.0bmL M A 7,
FAAEMETIE, HRK0.05 mL ZRE, FREOHRIIK0.05 mL Mz, &t
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() STRBIZ-DVTHL, $5% K 0.05 mL ¥R & AERIE 0.05mL M%7, iz 6
BEfIEE R L/otk, MR AEAER TR L, FILOKERE 5.0 mL 22 THEIZ 18 85
FIEEEE L7, HBE T %, BRREREEBIER CHRZ S LT 10% <) ik
TEEL. 0.1%72 YV RFZNAAF vy MR THRE L, BEERMREES (E/ ¢
L—% . F U 2 RETEERSH) AV THRRORE OB & MRS E % JIE
L. B (EE) BROMEE 100% & L 50%MEEMEISE (HE) 2R/,
F/o. 6 R OBBRDE LK TR 18 BRI OERA TRIC, AR TIFHOFER W
BEBROGLRR L. FICE I AEEME CHIROREBERER Uiz (R TRO/R
Rix, 287 —F L LK),

(2) ERELEE

R L [FRICHR LB L 3 AMEEE Lo, B EESmeE cHRic R
BOBRNZERRERBLTHL, HEHEK0.056 mL R, S#EEOHKRIK0.05 mL %,
REtE () BRI W CIXAEERER 0.05mL 2N, 24 B H 5\ 0T 48 BrflssE
T, WBEATR, GRFEAERE L RIRIZERROE, RORERUITHOEE
FEZELUCBIC, iR, BE. $E L. 50%AMMEEMEIEE (HIE 2Rk,

3) BAKRERER
(1) AEREDRA

FABR IR R R BR O FIRF B AR E TIERBEECOF B 1D LT, BEHBED
1200 pg/mL BV T 50%MAREFEMGBIIRD bhieh oz, Bz, ELEEIZE
WTiE 24 BERTALER T 1200 pe/mL i2B8W T 50%MIEAEMEHIED bl ho T
P, 48 FERALE TIT 50%AMMEFERGIL 1200 pg/mL Thot, ZDOZEhb,
RBRIETA K74 > TRAKEERROSNEEICBT 2E&FBREIT 10mM (2
Y2 1200 pg/ml & L, 3SEELU LORGHBENTIRELERPZLEERLT, U
T/Atk 2 T 600, 300, 150 RUr75.0 pg/mL OFt 5 ABZRELTZ, £z, Thizgk

(F) tRECHEERIR LRI,

(2) SRR

B 60mm Oy — LV 4AKEFERAL., 1852 ) 2X10¢EOMAL (BF#IR 5.0mL)
ZEEL 3 HFEEE Lok, BIIAERME CTHRICEEDRWI 2R L Thb,
RENEML TITEEERK 0.883 mL 2R & | &tk () XHRIZ OV T 59 mix 0.833 mL
ROERRER 0.05 mL %, #BRHELERIZ OV TIE S9 mix 0.833 mL R EEE D
BB 0.06 mL 2% 72, B RRIZ DWW TIHEER 0.933 mL 2% %, S9 mix 0.833
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mL RO CP 0.1 mL 2414 T 6 BRI L, FERBMEMIL T, BRE0.05mL %
BrE., Bt (EH) JRICOVTIIERRER 0.05 mL 2, #BRYWEHLERICONT
BB DOHERIK 0.05 mL 2N X 72, BEMNRBIZ OV TIIHEEK 0.1 mL % k& . MMC
0.1mL #/z T 6 Befikss L, 6 R OER%, HER TR EABERER TR AT
B L, ool ®IE5.0mL 2MX THIC 18R L, 2B, REFBERADORS
A FH T AEREBIZE LTk, MRS EESEPH TEL S8 5 2 DFERERKY 2 5
BeEficaE Fo.lmL (BKEBE :02pug/ml) M2k, BEKTH, 025% Y
FYURECHEBE LR ELOSBEL, 0.075M Hibh V) U AR TIEELEL, A
FATNT—)b: Bie=3 : 1 CEE L, TOMBREATA FHFR 1KIZTHE 215
FHCHE T L, ERERE 2%F A PR CRAEAZER Lz, X714 FERIT, 10>
¥—Lhb 2BIERI L, SABBETRD 2Oy — ik, MESEAEMEIRBRICHEL
B, BEE, L, EEEREREEN AV CHREEZRE L, £k, 6 B
DB EILERIE T RE R TN 18 BR OHERAE T R, AL R & Bk O FIE T,
MOF R, HEROGRUMBORELY R L,

(3) EfFTiLEk

SERFFAEE L FRICAHZBE L 3 HREIEE Lictk, BMERME THIRICE
WORNWIL LEERLTHL, HEKO0.05 mL #E ., FEEOHERK 0.05 mL %,
Rt () SERICOWTIARERER 0.05mL 2 2h 2z, 24 R H 50 i 48
RFRAS R AR 7o, ERBMERRBIZ OV TIIERR 0.l mL Zf&, MMC 0.1 mL %40
A, 24 FFERH D 48 BRI R TR Tz, k. REBEEAOXS A PV REX
ERUT R RALEE L AR T o 7, BB TES 2O vy — ik, HRaEFEmH
RBRCECES, BE, ReL. BESEEAREE AV CEREELRE L, £
oo HBRMEAEET RIS, MAEENHIRR L EHEOFIET, FTHOFE, BEEO

EBRUCHEBOREZRR L,
EXADBE

BREST2Y 2008 (% —L%72h 100 &) O K ER e EHPHBIZ OV THEE

EFEOBBLRE 2B OMROK L EH L, RRFICEREOKRLRELE B FHEs
DI RGEEE 37 AULZERGL LK) . 2B, EREOREELT) LOREKERZ
TRTCERIEICEVBREL,

b) Ytk BE DS

RAEREIIHERE LEMNEFICRBIL, BERERFICUTOL I ER - 48
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L7,
(1) MERE
P EED, TOMBEERERE> TWIERTOEE (BR) LRLIBELHERE
LEELI,
Xy v 7 () D RSB (ctg) K CREER (csg)F ST X ¥ v 7 & 1R
BT RE S EORE LICMA 2 H 5 b O GERET S
PRESEORE LICH D) THo>T, TDRIPRAES
EOWELUT CHR2HRETEARDOOND LD LER
L7
RSy RGN (cth) © YIBT & IR BSRESEORE L HIETHhTna b o
BUOERGHMESRASEORBECH-THLEFORES
NE S EOIRLL EICBEN TWAIEE L EE LT,
Yoo SRR AT (cte) :  DOREHIRAS LR &,

Guta (kBN (csb)
BRI (cse)  “BIRGEREE. RRREELRL
Z D fh(other) . WA {bfh(frg)

(2) BHIEFR

LE AP, TOHRBARFES TV ABEFOK (THHE) LERVEZLLEES
FEHRFLESE L
EEE : polyploid (ZMNFEM{E : endoreduplication % &1¢)
6) HIEHELE

2 KOV — VEITREMROHBFEEICE LWEL &R0 &, B (A xt
BMTEFHMRAOHBREEN 5% RMTHAHZ L, BB Ty v LSO RFEHROW
BHEN 10%LLETH D 2 & HRHELERH O 3 AR EIZIT 5 R digEA DR
FRETH D Z L RUERFRHRZ LRBRRRICEESREDONR2N T & 2 AR O M &
& L7,

REE O DHIFELE L2, ERBREOREMIOHBREICK L TUTO X S 2HE
EHEELRIT T,

5% Kk 2 M ()
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5% ELE 10% ki BB ()
10% LAk B ()
REFEERELZETOIMIROHERIIN v v 72 E0HEETAG) L EERWHE(TA)
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HEBRER

1. HERasEFEIMEI AL ER
1) SERFRAELE
FRFMAERIC BT 2 AAETE O RS Fig. 1-1 KU Table 1-1 12, FERBHEELD
fEHE % Fig. 2-1 X' Table 1-2 iIZ;R L 7=,
(1) 50% AR AT ] 8 B
ARRIEFEIIS Y . RBHEH L OFEIZ» DD b FEEABEE D 1200 pg/mL TH 20
~30% DHEFEMH LHFED 6d, 50%IMHBIRE kD GhiehoTz,
(2) HBRMEILIKTROEEMIAOBE
REEELCOFTECZ 1D LT, FERROGHOE(LLR VB E OHHIIED N
photo, £, REHOMEORELEE (BEE) dBE k&35 &, 1200 pg/mL
(AR O AEREE 3 AEHE ML R CFE TR L & b I £ O 4L, 600 pg/mL Tid
KRBT TR DN DS HBE - B8 Lo IR bhie s o 7,
2) EHOEE
EHAEEIC BT 5 24 BEEAE O R % Fig. 3-1 XX Table 1-3 12, 48 e DR
% Fig. 4-1 XX Table 1-4 (TR L7,
(1) 50%HRRIEFE MG
HERSIEREENE 1, 24 RERTALER Tl @ RABRIBE @ 1200 pg/mL T¥ 36% DA L
DB HIT 50%MEIIRE KD v ok, —F, 48 FFHLE ClikmRARIEE
? 1200 pg/mL T 60%DFFEIMHI 35D B, 50%MHEEE I 1075 pg/mL TH -1z,
(2) WRMELEHETROEEMROBE
24 FFE R N 48 BRI & b SRR OAFHOE LR ERME O HIHED /e
Mole, £l RENOMRORKELRE (FE) SRELRTS L, 24 R 48
FEILER & % 1200 pg/ml (CHEMEORERMES ZHERH bh, 24 FFEAETIX 600
pe/mL TEAIZERD b M HIBE - FER LIRS bk ol

2. FEBEEEHR
EHIEMEIE O R % Fig. 1-2. 2-2, Table 1-1, 1-2, 2-1 RUF2-2 {2, EFARIEOR
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2% Fig. 3-2, 4-2, Table 1-3, 1-4, 2-3 RTR2-4 TR LT,

1) #HBRYELEKTREOERMROBE

RN ELEFHOMIOREL, MIQEEMHRROGE L FERKRThoT, Th4b
L, ERFREARE TIIABEREOFEICH)1 Db L PEREOERAOE(LE HRWE D
i oz ote, £, AEHOMBRORBLEE (B REERTD L,
AR D EGHE S RBETE LR OIERHREE (L & $ 12 1200 pg/mL THEEK. 600 pg/mL
TR DI SR - FE0 LI MBI B deo T,

ERLERVE T 24 BE R N 48 BRI & b | RERIRO AR DO ELR CHERME OHTH
EROONZ2oT, o, AEBHOMBOIREZEE (E) R EERT I L, 24 5F
R N 48 BFREALEE & b 1200 pg/mL (ZHIBR O et A3 2 4, 24 BERALE T 600 pug/mL
THAIZRED LN FIBE - JEH L - AIRIISED bR o7,

2) REOHHERE

3)

e RS BT OHBEE L, SRMAREORBTEE/L TIE 1200 pg/mL T 1.5%,
600 pg/mL T 1.0%. 300 pg/mL T 1.0%. 150 pg/mL T 0.5% %X 75.0 pg/mL T 1.6%
LEEEOHEREETHD 5% R TH oz, T, FERFIEHEIZB N TH, 1200 pg/ml
T 1.5%. 600 pg/mL T 1.0%. 300 pg/mL T 0.5%. 150 pg/mL T 1.5% K& U 75.0 pg/mL
T 1.0% EBHEOHERETH S 5%ERBTH-T, .

WA D 24 FFRAEE T 1200 pg/mL T 3.7%, 600 pg/mL T 0.5%. 300 pg/mL
T 1.0%. 150 pg/mL T 1.0% K 75.0 png/mL T 0.5% & REDHERETH 5 5% K
Thotz, £, 48 BFRFMLE TIZ, 1200 pg/ml T 3.6%. 600 pg/mL T 0.5%. 300 ug/mL
T 1.5%. 150 pg/mL T 0.5% KR 75.0 pg/mL T 0.0% L REDOHELETH S 5%FKE
Thol,

AR

WENORERICH 5% EH R DM O HBURE OBMIZFED bhikho T,
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24 FEERTALEE & TN 48 FRERERAE & b I REEFOEER T O HRRIIEME T, FEMEH
RRDEMLERD bhahoTl,

—F. Bt (A HRCBT OIRAKOEEREZH T HMROMERAE, WThol
BRIV TS b%R Thole, £, BENRYED CP H 2\ d MMC 2408 L /-fija
Tt PEEBERFORELRFTEIRBD LN, FiZ, 2 MO vy — VRIcBT D REERE
BAROHBREICE LWERR], BREFMR2CORBRECEFE RO ONRI ol &
oz lhh, RBIEIICERENZLOLEZ LN,

DEOERNS, 2.7 3 /7 -2-2FN.1,3-7u v PA—it, ZRBREETFICB O TCRENR
BEFRETHEESROLD L HE L,
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Short-term treatment: +S9 mix Short-term treatment: +S9 mix
(%) (%)
100 100¢ ?
90 - 90 « ©
80 1 80 O
70 4 70 s
60 1 60 «
T R et 5O 4= o mm e m e m e e —-
40 + 40 o
30 o 30 +
20 = 204
10 + 10 J
0+ Oﬁ) o—ro0o—0—0—©0
e o S S . A S I — :
NC 94 188 375 750 150 300 600 1200 NC 75.0 150 300 600 1200 PC
Concentration of Test article(u g/mL) Concentration of Test article(pu g/ml)
Fig. 1-1 Results of the cell- growth inhibition test treated with Fig. 1-2 Results of the cell- growth inhibition test () and
2-amino-2-ethyl-1,3-propanediol chromosome aberration test (structural O)
NC:negative control treated with 2-amino-2-ethyl-1,3-propanediol

NC:negative control PC:positive control



Short-term treatment: —S9 mix
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Fig. 2-1 Results of the cell- growth inhibition test treated with
2-amino-2-ethyl-1,3-propanediol
NC:negative control
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Short-term treatment: —S9 mix
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Concentration of Test article(u g/mL)

Fig. 2-2 Results of the cell- growth inhibition test () and
chromosome aberration test (structural O)
treated with 2-amino-2-ethyl-1,3-propanediol

NC:negative control PC:positive control
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Continuous treatment: 24 hr Continuous treatment: 24 hr
(%) (%)
100<2

90+ 1007?

80 90 o 20
80 +

70 =
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10+ 10 «

0- 9 o—o—o—o—9°
NC 9.4 188 37.5 175.0 150 300 600 1200 NC 75.0 150 300 600 1200 PC
Concentration of Test article(u g/mlL) Concentration of Test article{u g/mL)
Fig. 3-1 Results of the cell- growth inhibition test treated with Fig. 3-2 Results of the cell- growth inhibition test () and
2-amino-2-ethyl-1,3-propanediol chromosome aberration test (structural O)
NC:negative control treated with 2-amino-2-ethyl-1,3-propanediol

NC:negative control PC:positive control



Continuous treatment: 48 hr
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Fig. 4-1 Results of the cell- growth inhibition test treated with
2-amino-2-ethyl-1,3-propanediol
NC:negative control
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Continuous treatment: 48 hr
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Fig. 4-2 Results of the cell- growth inhibition test () and
chromosome aberration test (structural Q)
treated with 2-amino-2-ethyl-1,3-propanediol

NC:negative control PC:postitive control
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Table 1-1 Cell growth ratio in CHL/IU cells treated with 2-amino-2-ethyl-1,3-propanediol
[short-term treatment: +S9 mix]

Study type Treatment and Cell- growth inhibition test Treatment and Chromosome aberration test
S9 Time Concentration Cell growth ratio Observation® Concentration Cell growth ratio Observation®
mix (hr) (u g/mL) Plate Mean"” Condition (1 g/mL) Plate Mean? Condition
1and 2 (%) of cells” 1and 2 (%) of cells®
__100% = 1007 -
0 (NC) 1o 100 - 0 (NC) T 100 =
94 % 100 -
18.8 % 100 =
100 —
G| 318 oo~ 100 - .
L 85 - £ 114 -
g 75.0 S5 85 — g 75.0 100 107 —
- 100 — o 100 -
+ 6-18 é 150 5 93 — é 150 35 93 —
100 — 100 —
300 a2 93 — 300 1 100 -
85 _ + 100 +
600 o 85 . 600 a5 93 .
71 t 85 ++
1200 —H— 71 ++ 1200 o 85 - =
100 -
PC PC 85 93 —_—

Concentration of 50% cell growth inhibition: above 1200 4 g/mL

NC: Negative Control (physiological saline)
PC: Positive control (cyclophosphamide, 15 u g/mL)
a): This plate in the negative control group was regarded as a 100% growth.
b): The mean showed as a growth ratio against the negative control value.
¢): Observation of plate at the end of treatment
d): —: Most of the cells were attached to the surface of plates and their shape was normal.
+: There was discontinuity among a small number of surviving cells.
++: There was discontinuity among approximately half of surviving cells.
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Table 1-2 Cell growth ratio in CHL/IU cells treated with 2-amino-2-ethyl-1,3-propanediol
[short-term treatment: —89 mix]

Study type Cell- growth inhibition test Chromosome aberration test
— Treatment and Treatment and
: Concentration Cell growthratio  Observation” Concentration Cell growth ratio Observation”
S9 Time P]. b) e Pl t b) ey
mix (hr) (1 g/mL) ate Mean Condition (u g/mL) ate Mean Condition
1and 2 (%) of cells? land2 (%) of cells?
) — ey —
0 (NC) —%— 100 ——— 0 (NC) —9= 100 ——=——
9.4 —}(% 108 S
18.8 %8—— 100 .
100 -
o 37.5 100 100 — o
g 100 — g 100 —
£ 75.0 100 100 —— 75.0 100 93 =
- 100 — = 100 -
— 6-18 E"..ug 150 100 100 — 5 150 100 93 —
100 — 100 =
300 100 100 — 300 85 86 —
100 — 100 +
i 600 100 100 E— 600 85 86 B —
83 T+ 85 1
T 1200 —g2— 83 — 1200 —g2— 79 -
PC PC —g—g 79 -_

Concentration of 50% cell growth inhibition: above 1200 y g/mL

NC: Negative control (physiological saline)

PC: Positive control (mitomycin C, 0.05 1 g/ml)

a): The plate in the negative control group was regarded as a 100% growth.

b): The mean showed as a growth ratio against the negative control value.

¢): Observation of plate at the end of treatment

d): —: Most of the cells were attached to the surface of plates and their shape was normal.
+: There was discontinuity among a small number of surviving cells.
++: There was discontinuity among approximately half of surviving cells.
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Table 1-3 Cell growth ratio in CHL/IU cells treated with 2-amino-2-ethyl-1,3-propanediol
[continuous treatment: 24hr]

Study type Cell- growth inhibition test Chromosome aberration test
__— " Treatment and Treatment and
S9 Time Concentration Cell growth ratio Observation® Concentration Cell growth ratio Observation®
mix (hr) (,U g/ mL) Plate Meanb) Condition ( m g{m_'[‘) Plate Meanb) Condition
1 and 2 (%) of cells® 1and 2 (%) of cells?
) — ) —
0 (NC) ——igg h 100 EE— 0 (NC) lgg 100 =
100 —
9.4 100 100 _
18.8 —% 100 _—
114 —
o 37.5 100 107 —_— o
.S 100 — .8 80 —
E 75.0 100 100 D E 75.0 80 89 —_—
_ 100 e 80 —
— 24 sg 150 85 93 — E 150 80 89 _—
30 —9%%- 100 ——— 300 —2_ q13 ———
600 —2— 85 S 600  —B50- 89 —
1200 —H— 6 @ —X 1200 —90— 67 —
PC . PC —80- 89 — =

Concentration of 50% cell growth inhibition: above 1200 x g/mL

NC: Negative control (physiological saline)

PC: Positive control (mitomycin C, 0.05 ¢ g/mL)

a): The plate in the negative control group was regarded as a 100% growth.

b): The mean showed as a growth ratio against the negative control value.

¢): Observation of plate at the end of treatment

d): —: Most of the cells were attached to the surface of plates and their shape was normal.
+: There was discontinuity among a small number of surviving cells.
++: There was discontinuity among approximately half of surviving cells.
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Table 1-4 Cell growth ratic in CHL/IU cells treated with 2-amino-2-ethyl-1,3-propanediol
[continuous treatment: 48hr]

Study type Cell- growth inhibition test Chromosome aberration test
— = Treatment and Treatment and
S9 Time Concentration Cell growth ratio Observation® Concentration Cell growth ratio Observation?
mix (hr) (1 g/mL) Plate Mean” Condition (u g/mL) Plate Mean” Condition
1and 2 (%) of cells? 1and 2 (%) of cells®
100 ¥ — 100 @ —
0 (NC) 99 100 —_— 0 (NC) —100 100 —_—
9.4 %— 99 _—
18.8 ——% 99 N
92 —
P 37.5 99 99 _ o
2 99 = g 100 —
E 76.0 —g9 103 — -g 75.0 100 100 —_—
B 99 - e 111 —
- 48 %| 150 55 99 - 2| 150 150 106 -
“I 0 —9 03 ——= T g0 AL 04 —
99 - 100 =
84 — 100 -
600 84 88 — 600 100 100 —
1200 —55— 40 —= 1200 —22— 50 e
100 =
PC PC 88 94 —_—

Concentration of 50% cell growth inhibition: 1075 4 g/mL

NC: Negative control (physiological saline)

PC: Positive control (mitomycin C, 0.05 . g/mL)

a): The plate in the negative control group was regarded as a 100% growth.

b): The mean showed as a growth ratio against the negative control value.

c): Observation of plate at the end of treatment

d): —: Most of the cells were attached to the surface of plates and their shape was normal.
++: There was discontinuity among approximately half of surviving cells.
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Table 2-1 Chromosome aberration in CHL/IU cells treated with 2-amino-2-ethyl-1,3-propanediol

[short-term treatment:+S8 mix]

S9 Conc. Cells Polyplold Number of aberration
Time (hr) Judge. TA TAG Judge. Slide
mix ( zg/mL) observed cells (%) g ctb cte csb cse other (%) (%) No.
200 1.0 2 0 0 0 0 0 0.0 1.0
NC (100) (1) { 1y | 0) « 0y ( o) ( 0) «( 0) (0 ) (1 ) 74-1
(100) (1) { 1) «( o) 0) «( 0y 0) 0) (0 ) (1 ) 86-1
200 0.0 0 (o] 2 0 1 0 1.5 1.5
75.0 (100) (0 ) - { 0) | 0) «( 1) ( 0) | 0) ( 0) (1 ) {1 ) - 42-1
(100) (0 } ( 0) 0) ( 1) 0) 1) ( 0) (2 } (2 ) 87-1
200 0.5 1 0 1 0 0 0 0.5 1.0
150 {100) (1 ) - ( 0) «( 0) «( 1y ( 0) | 0) « o) (1 ) (1 ) - 10-1
{100) (o0 ) ( 1) «( 0) «( a) ( 0) « o) ( 6y (0 ) (1 ) 31-1
200 0.0 2 [+ 2 o 1] ] 1.0 2.0
+ 6-18 300 {100) (0 ) - { 2) 0y «( 1} | 0) «( 0) ( 0) (1) (3 ) - 63-1
(100) (0 ) ( 0) «( 0} « 1) ( 0) 0) ( 0) (1 ) (1 ) 78-1
200 0.5 2 0 2 0 0 0 1.0 2.0
600 (100) (1 ) - ( 2) | 0) ( 0) « 0) 0) 0y (0 ) (2 ) - 33-1
(100) (0 ) ( 0) 0) ( 2) 0) 0) « 0) (2 ) {2 ) 30-1
200 1.5 2 1 2 i} 0 0 1.5 2.5
1200 (100) (1 ) - ( 2) | 1) «( 0) ( 0) «( 0y ( 0y (1 ) (3 ) - 39-1
{100) (2 ) ( 0) « 0) | 2) 0) ey « 06 (2 ) (2 ) 68-1
200 0.0 6 32 148 2 1 1) 79.0 79.0
PC (100} (0 ) - ( 1) ( 13) ¢ 79 ( 1)y ( 0y ( 0) (81 ) (81 ) + 41-1
(100) (0 ) ( 5) ( 19) ( 89) ( 1)y 1) | 0) (77 ) (77 ) 77-1

g: chromatid or chromosome gap, ctb: chromatid break, cte: chromatid exchange, csb: chromosome break, cse: chromcsome exchange,
TA: total number of cells with aberration excluding gap, TAG: total number of cells with aberration including gap.

NC: Negative control (physiological saline)

PC: Positive control (cyclophosphamide, 15 yg/mL)
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Table 2-2 Chromosome aberration in CHL/IU cells treated with 2-amino-2-ethyl-1,3-propanediol

[short-term treatment:-S9 mix]

S9 Conc. Cells Polyploid Number of aberration
Time(hr) Judge. TA TAG Judge. Slide
mix ( wg/mL) observed cells (%) E cth cte csb cse other (%) (%) No.
200 0.5 3 1 0 0 1 0 1.0 2.5
NC (100) (1) ( 1y | 0) 0) |« 0) 0) ( 0) (0 ) (1) 36-1
(100) (o ) «C 2y ¢ vy ¢ 0 ( 90 ¢ v ( 0 (2 ) (4 ) 13-1
200 0.0 3 1 1 0 0 0 1.0 2.5
75.0 (100) (o0 ) - ( 0) ( 0}y «( 1) 0) ( 0) (. 0) (1 ) (1 ) - 48-1
(100) (0 ) ( 3) 1) | 0) «( 0) 0) 0) (1 ) (4 ) 64-1
200 0.0 3 3 0 0 0 0 1.5 3.0
150 (100) (o0 ) - ( 1) | 2) 0) ( 0) o) 0y (2 ) (3 ) - 96-1
(100) (o0 ) ( 2) | 1) « 0 ( 0) « ) 0y (1 ) (3 ) 69-1
200 0.5 4 1 0 0 0 0 0.5 2.5
- 6-18 300 (100) {1 ) - ( 3) 0y ( 0) | 0) «( 0) 0) (0 ) (3 ) - 04-1
(100) (0 ) ( 1) ( 1) ( 0) | 0) ( 0) « 0) (1 ) (2 ) 15-1
200 0.5 2 1 0 0 1 0 1.0 2.0
600 (100) (0o ) - ( 1} ( 1y | 0) « a) «( 1) «( o) (2 ) (3 ) - 90-1
(100) {1 ) ( 1) | 0) «( 0) 0) «( 0) ( 0) (0 ) (1 ) 26-1
200 0.5 1 3 0 0 0 0 1.5 2.0
1200 (100} (1) - ( 1) ( 2) | 0) | 0) 0) o 0y (2 ) (3 ) - 38-1
(100) (o ) ( 0) ( 1) | 0) « 0} « 0) | 0y (1 ) (1 ) 12-1
200 1.5 4 20 31 0 1 0 24.0 25.0
PC (100) (1 ) - ( 2) | g) ( 14) ( 0) « 1) ( 0) (23 ) (24 ) + 82-1
(100) (2} { 2y ( 11y { 17) « 0) | 0) |« 0) (25 ) (26 ) 08-1

g: chromatid or chromosome gap, ctb: chromatid break, cte: chromatid exchange, c¢sb: chromosome break, cse: chromosome exchange.
TA: total number of cells with aberration excluding gap, TAG: total number of cells with aberration including gap.

NC: Negative control (physiological saline)

PC: Positive contrel (mitomycin C, 0.05 g g/mL)
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Table 2-3 Chromosome aberration in CHL/IU cells treated with 2-aminc-2-ethyl-1,3-propanediol

[continuous treatment:24hr]

S9 Conc. Cells Polyploid Number of aberration
Time (hr) Judge. TA TAG Judge. Slide
mix ( wg/mL) observed cells (%) € ctb cte csb cse  other (%) (%) No.
200 0.0 4 1 2 [¢] 1 0 2.0 4.0
NC (100) (0 ) ( 2) | 1) ( 1) o o) ( 0) ( 0y (2 ) (4 ) 56-1
(100) (0 ) { 2) 0) | 1) «( o) 1) «( 0y (2 ) (4 ) 18-1
200 0.5 5 Q 1 4] 0 0 0.5 3.0
75.0 (100) (1) - ¢ 4y ( 0) ( 0y ( 0) «( 0) «( 0 (0 ) (4 ) - 22-1
{100) (0 } ( 1} | 0) 1) « 0) « 0}y « ¢) (1 ) (2 1} 72-1
200 1.0 4 1 0 0 1 0 1.0 3.0
150 {100} (1 ) - ( 1) | 0) 0) | 0) ( 1) | 0y (1 ) (2 ) - 03-1
(100) (1 ) ( 3) 1) 0) ( 0) | 0) o) (1) (4 ) 45-1
200 0.0 3 0 1 Q 1 0 1.0 2.5
- 24-0 300 (100) (0 ) - ( 1) ( 0) 1) | 0y 0) «( 0y (1 ) (2 ) - 66-1
(100) (0 ) . ( 2) o) 0} o 0} 1} ( 0) (1) (3 ) 47-1
200 1.5 4 0 1 0 [)) 4] 0.5 2.5
600 (100) (1 ) - { 2y | 0) «( 1) 0) ( 0) ) (1 ) {3 ) - T1-1
{100) (2 ) ( 2) 0) 0) ( 0) «( 0) o 0) (0 ) (2 ) 97-1
81 1.2 1 1 2 0 0 0 3.7 4.9
{ 15) (0 ) ( 0) 0) « 0) ( 0) | 0) « 0y (0 ) (o ) 02-1
1200 { 13) (0 ) TOX ( 0) ( 0) «( 0) ( o) o o) ( 6) (0 ) (o ) TOX 02-2
( 23) {1 ) { 0) 0) ( 1) ) ( 0) 0y (1 ) (1 ) 84-1
{ 30) (o0 ) ( 1} 1) 1}y ¢ 0) ( 0) «( 0) (2 ) (3 ) 84-2
200 0.0 7 40 60 1 4 1 42.0 43.5
PC (100) (0 ) - ( 6 ( 22) ( 28) ( 0) ¢ 1) ( 1) (41 ) (44 ) + 54-1
(100) (0 ) ( 1y ( 18) ( 32) ( 1) | 3) ( 0) (43 ) (43 ) 34-1

g: chromatid or chromosome gap, ctb: chromatld break, cte: chromatid exchange, c¢sb: chromosome break, cse: chromosome exchange,
TA: total number of cells with aberration excluding gap, TAG: total number of cells with aberration incliuding gap.

TOX: cell toxicity was observed.

NC: Negative control (physiological saline)

PC: Positive control (mitomycin C, 0.05 yg/mL)
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Table 2-4 Chromosome aberration in CHL/IU cells treated with 2-amino-2-ethyl-1,3-propanediol

[continuous treatment:48hr}

S9 Conc. Cells Polyploid Number of aberration
Time (hr) Judge. TA TAG Judge. Slide
mix ( neg/mL) observed cells (%) g ctb cte csbh cse other (%) (%) No.
200 1.0 5 0 0 0 1 0 0.5 3.0
NC (100) 0 ) ( 3) ( 0) | 0) | 0) «( 0) ( 0) (0 ) (3 ) T6-1
(100) (2 ) ( 2) ( 0) «( 0y 0) ( 1) «( o) (1 ) (3 ) 11-1
200 0.0 3 0 0 0 0 0 0.0 1.5
75.0 (100) (0 ) - ( 1) 0) | 0) ( 0) «( 0) ( 0) (0 ) (1) - 79-1
(100) (0 ) ( 2) ( 9) ( 0) 0) «( 0) «( 0) (0 ) (2 ) 37-1
200 0.0 2 0 0 0 1 0 0.5 1.5
150 (100) (0 ) - ( 1) 0) 0) «( 0) ( 1) | 0) (1 ) (2 ) - 28-1
(100) (0 ) ( 1) ( 0) «( 0) « 0) ( 0) ( o) (0 ) (1) 01-1
200 0.5 5 0 1 0 2 1) 1.5 4.0
- 48-0 300 (100) (0 ) - ( 3) «( 0) «( 1) ( 0) | 1} 0y (2 ) (5 ) - 53-1
(100) (1) ( 2) «( 0) ( 0) 0y «( 1) 0 (1 ) (3 ) 73-1
200 1.5 2 1 0 0 0 0 0.5 1.5
600 (100) {0 ) - ( 0) «( 0y ( 0) | 0) | 0) « 0) (0 ) (0 ) - 751
(100) (3 2) ( 1y ( 0) ( 0) | 0) 0) (1 ) (3 ) 61-1
84 3.6 1 0 0 0 3 ] 3.6 4.8
( 21) (0 ) ( 0) «( 0) | 0) 0) | 1) | 0) (1 ) (1 ) 80-1
1200 ( 21) (1 ) TOX ( 0) «( 0) ( 0) «( 0) | 0) o 0) (0 ) {0 ) TOX 80-2
( 22) (1) ( 1) « 0) ( 0) ( 0) ( 0) ( 0) (0 ) (1 ) 07-1
( 20) (1) ( 0) « 0) 0) «( 0) ( 2) | 0y (2 ) (2 ) 07-2
200 1.0 10 50 108 3 2 4] 66.5 68.0
PC (100) (1) - ( 6) ( 23) ( s85) ( 2y ( 1) ( 0) (68 ) (70 ) + 21-1
(100) (1) ( 4) ( 27) ( 53) ( 1) 1) ( 0} (65 ) (66 ) 95-1

g: chromatid or chromosome gap, c¢tb: chromatid break, cte: chromatid exchange, csb: chromosome break, cse: chromosome exchange,
TA: total number of cells with aberration excluding gap, TAG: total number of cells with aberration including gap.

TOX: cell toxicity was observed.

NC: Negative control (physiological saline)

PC: Positive control (mitomycin C, 0.05 g g/mL}
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