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AU (T hI77ndnzFLy) ORGEKREEFEREOAELZBRFT 5720, Fv
A ==X« NHAZ—iERBRHEFMMN (CHL/IU) % H 723008 B 5 il Bk 2 £ i
L7,

Yt KR ERBOHELZHRTT D720, 2000 pg/mL ZimHAEL L. LFAK 2
THAMUZE 8 I EZRE L., MIHEEMERBR 21T > 72, TOME, X To0LH
T 50%7% 8 2 5 IR BESE AN HI VR A IZER0 S 3. S0%HI AR B 7 F i 2 2 (AREmE i)
IR SN olz, LEDOFRLY X TOREET 2000 pg/mL % Fm H & &
L. UFAk2 THRLE3HELZRE L, ROKEFHRREIEHL -,

P RERBROME, OAEREERTO—2SOBETHLIX v v 2 E /R0 Y
BRREEZHET 5O HBLE (TA H) ROEEE (poly i) OMEBLEX, WTh
DIHEIEICB W TS, B L i U CHRAMICABERBINERD 5T, Bt
SRBED TR NG 5T — % D IS%MERSMOFEHEANTh o 7272, &k & HE Lz,

B, TRTOLBEIZEBWT, BB CIIRAREERY 26T oMk,
SRR O MBI 5T — F O S5%MER M OFHNICH > 7=, Zcxt LT, B
PEXTIREE CIE, BRMERIREE L ik T 5 & A RBER T IV TR FICAEER
HWMARRD oz, LN T, RBRITEUICE SN BN,

PLEofERNS . BY (F R 7040 F L) FIARBRSETIZBWLT, L
R B R OB R R E E2FER L e s LT,
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o [HBLFWE % 4% 5B 2 F i 5 iR B it sk (B9 D AR
(FRk 2343 H 31 B, FEAEF 03315 8 5. Fhk23-03-29 ®JHHE 6 5.
BRRAE34E5 110331010 =)

2) BMEREBRTA NTA
o IHEBULEWHESE IR DIRABRO FIEIZ OV TO L EIZ2WT
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6.1
6.1

6.1.

A

ABRMERVAE

HEMERUVFE
WERME

LB
4 R
CAS & 7=

AR EEE S
A3 TR M

sy 3K

5y &

2N

R - B [ AR
0y hES
ol B

RAF 71k

R A7 55 A

2 E M

B> EoEE

RY (FRI7)FmFLy)
9002-84-0
(6)-939 ({L31E)

F Fl
CF3(CF2CF2),CF3
16200 (JHFEAE : 5000~20000)
F ) R
321°C
AWK4379
WHRWBEIZEESY (BH 1) ThbHrI b, Fikti
WTEMASETRIEES N TSR E 100% & LT
REBEITH- 72,
SR (FEHME:18.0~20.2°C. 2016411 A 14 A ~2017
F2H20H0) . H#OL, B
WA R E R =
AEHR VY —F v & — MBI T, #
BRIE TRICREMEZIEL, REThHoTLZ & 2R
L7,
EEGOMBT Z +3 I T, ~ 27 (RERSE, (Ri#
FREOHURRERELZEMN L. BEEOHEMZ P <,
MO EIT, F, BEELRIEV, >DB0ET D,
A% OKZEIL, BRE TRICETHEREL,

7 kv
A HE R
ECH2971
R Al 56 T2 (8
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RAF T 15 ; e
PR AF 55 i : FORMEFERT B2 Ml e el iR ==
6.1.3 BEOEIREH

WERRET ORISR KL DMSO IZ AR, 7 & ki 200 mg/mL TRAFREETH
STl BBEEELTT 2 M Z2ER L,

6.1.4 SRR AL

6.1.4.1 0 B 1 5iE 4 ol 5L BR

PERE 0.4000 g Z 2mL A AT T AR LT, WAL, BE L 7-%IC,
AAT w7 U THREIRED 200 mg/mL #&# (7L — MZ 0.050 mL #00 L 72 B D B &
JEFE 1 2000 pg/mL) ZFREL L 72, RWWT, 200 mg/mL BRBRIE & Ak 2 (4538 B O W Bk
W 1mL : I 1 mL) THER 7 BeBEA R L. 100, 50.0, 25.0, 12.5, 6.25, 3.13 K}
1.56 mg/mL @ 8 2 BB DY BRk # R L 7=,

6.1.4.2 Z2EAEEHR

PERY'E 1.0000g % SmL A A7 T A TR LTz, EE 2RI L BB L 7% Iic,
ART v 7L ChRmIRED 200 mg/mLEK (7L — MZ 0.050 mL A0 L 72 BE D e f&
JEFE 2000 pg/mL) ZFEEL L 72, WRUWT, 200 mg/mL BRBRIE 2 8k 2 (B IR o Wi R
2 mL : AE 2 mL) CHAEKR 2 BEBEAIR L. 100 & T 50.0 mg/mL @ 3 & & ELE o #¢
BRiR A TR L Tz,

6.1.5 S E
FRFICRR L 7=,

6.1.6 HWERBED R E M
PR E B2 N L 72, L. R B A B0 H L2 AWIRK
ORI TBIE L, BBIRNLE Ch o722 & 2R LT,

6.2 X EEYE
6.2.1 FE 14 xf BR
VI LTHAWA T h Rt Lis,

6.2.2 5 14 >t B
1)  FERFHE AL R
~A h~A43 > C (MMC)

7y hEE : 578 AEI
g T : W e Y XS

12
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Akl : 2 mg (/i) /iR
ORAT 1k : £
A5 T : HORHFZERT 55 2% Al e el =

2)  RETEE R

vrm 74 A77 IR (CP)

7y &S : CTN3690
5T : Foe sk T3k NSt
ol g : AR (97.0%LL 1)
R AE 15 : 7k,
TR AT 55 BT : BRI RERAMARERE R

3) HEGE
AT CTHKIC T T2,

(1) MMC
MMC @ 2 mg Fe¥E A T VAR R R (H AR RS KR T
2y FES K6F99) & 2 mL X THEMLZ (1 mg/mL) , KIZ, ZOEWK%
NHE 20 THEWR 2 BePEAIR (% 0.250 mL : AEF & 4.750 mL) L. 0.050
T 0.0025 mg/mL OV 2 S U 72 (GO Rp [ ALBRVE O FEEE MEL T B & iR
4.850 mL {2 0.0025 mg/mL A% % 0.150 mL Al % 7=, H 5 AL 5 CII B2 4.900
mL (2 0.0025 mg/mL A% 0.100 mL iz 7=, ZORORKEEX, ThZh
0.075 pg/mL & O} 0.050 pg/mL) |

(2) CP
CP 0.0140 g % y BRI 77 AF v 7 E@LE (50 mL) ICFFHL7Z, itk
K (AARERG, MASHRE/IETY;, vy &S : K6F99) % 20 mL
IMZ TEM L, 0.70 mg/mL IAK &2 {38 U= (552 W% 4.900 mL (2 0.100 mL Z
RToe T ORFDOEAAILEIX 14 pg/mL)

4)  BHPEXRIRYE OERINEEH

FHERBRTA FT74 > Bk 5. 2)) [CHARHESA TS0,
6.3 {5 A R A%
6.3.1 0 B Bk

Fr A =—R « NARAX— ORI MIE (CHL/IU) ZH W, M7 EE
NESKILARFZERT JCRB Ml X 7 255 2014 4E 4 H 2 BICAF L., WA L7

fa iz

DWW TEMANIZ M ORI A Z M LT, MR/ BEIETHDL Z & (FEEPE,

MUK RE INIEFR] 15~20 BRI AN, Be O RE D )8 25 K <A a7 5 X< DGR
RVN) DHER SN b DE 30 MARLIN TRERIA M U7z, 8 R oo #0803
ey S G i BUER T 26 RN, RBARRERBR TSR TH o1,

13
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6.3.2 a0 ERE R
BB A R T 4> (k5. 2) ICHEANERS ATV SR,

6.3.3 EEEH
IR ABE#IEE &2 AV, COLIBE 5%, IEJE 37°C., miBESRME T CEE L, f#t
RiX1~4 AZ&IFTo 7,

6.4 S9 mix R U &K D R
6.4.1 S9 mix

SO K OifESE (89 a7 774 —CEy b, vy &S :C161118091) ZiRA L.
S9 mix Z I L7z, FRELIIHRFICIT - 72,

1) S9

4 R : S9

EIT : FV = 2 VEERE TR A S

oy hEE : 16111809

fiEA : 2016 4F 11 A 18 H

i - R : 7 v -SD %

I - M : 7 i -

7 EE : 7 x )N E X —L(PB) L N5,6-X Y 7 TR L (BF)

&5 )51k : HE e N Bt -

B 5 M & O 5 & PB4 H A % 5 30+60+60+60(mg/kg 1A )

PB # 45 -3 H H BF 5 80(mg/kg A H)

55 I BR : 20175 H 17 H

R AT : WE(=70°C LAT)

TR A7 FIT : HORARIEET Rk BEKEZ Y -9
2) il

44 Tk : a7 57 #—C

& oo : IV T HOVEER TR A S

0y hEE : C16111609

g A : 201645 11 A 16 H

AT 1 : % E(=70°C LAF)

25 T RR : 20175 H 15 H

TR AT BT : WHRAFGEET HEEMaRR=E BRER7 Y —%
3)  S9 mix OfHAL (1 mL H)

7K : 0.7 mL

S9 : 0.3 mL

MgCl, : 5 pmol/mL

KCI : 33 pmol/mL

14
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Ta—R-6-1 Uk

5 pmol/mL

bl =aF o 7 I RTT =0 VX7 LAEF R UER(NADP)
4 pmol/mL

HEPES ik i it (pH7.2)
4 pmol/mL

6.4.2 IEER
Minimum Essential Medium (MEM)(GIBCO™ . Cat.No.11095)(Z3EM1t. (56°C. 30

57) L7y (bovine serum, BS)%Z 10 v/v% il L 7285 % K (BS-MEM) & W\ 7o,
% DR IR TR LT,

1) A1k

2y b : 1671327, 1641353

LSS ; Life Technologies Corporation

A7 71k : Wl (=20°C LLF)

A7 5 AT : ROERZERT BB s R
2) Minimum Essential Medium (MEM)

2y hES : 1810988, 1816890

RE oo : Life Technologies Corporation

rAF 71k : 713 T

PR A7 S B : RO FERT i laikbh s e

6.5 HERAE"
HERILL TR L AT — OB E LT

1.5 e 48 i 450 1) X B L I ] AL B 7 PR M1
FEAEITE A

e AL B I 24 IR [H] AL B

2. Qe iR B AR L I ] AL B 7 RS AL
FHEAETE AL

e AL B I 24 RF[H) AL B

6.5.1 Al 770
UTOXIICEDLRE X TER LT VE, Yy —LREATA RS T R
(AR U CRlBI 2 AT - 7,

15
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% E= eI KT
mREE VB REHE ML +
o | ERFRALERYE RS MEE -
Yoo | EFALELYE 24 BRI ALE 24-
| R P sof R NC
%2 B 3 AL PR ETREENS 1, 2, 3+ on OFE R
B 1 et R I PC
W — QLERREN T D 3k 1. 2. 3
g%
- e e HRBRES Lo Ea— 2 NEESITEY
1N i%%ti;;é%iAk o7z T01) ~ [99) £ETO2HiDE 5
ﬁ - = KA T A RO E BT HE R
6.5.2 BENDERE

1) e S 4 ) B

KEHEEY RIS P ESE IR IR FEIZ OV TO—HBLEIZOWT] TE
BBV 2000 pg/mL & L, BLFAM 2 TR L7 1000, 500, 250, 125, 62.5, 31.3
FN15.6 pg/mL OFt 8 HEZAHE Lz, £/, ZHICEMESRBEZ T 72,

2) e R EE R

B &% 2000 pg/mL & L, BLFAK 2 THIR L7 1000 &L 500 pg/mL OF 3
MEZRE Uiz, Z AU FREE & O FREE 2 3% 1 72,

6.5.3 HiH Ren 124 B 1D ) & B
LR EFTHRBROHELRETA2720OD0 VAR E L TEM L, ok, LTOR

BREIEO > B, BMEMAZMLE L T 25613, BEEENICBWL T, MEFOWREZ

WT, BEREEBEICE > TEM LT,

1) FERFRHELERE O REHEMEL & FIEBHE AL, ERABE D 24 WL O Z 2
AT, Rt B R OB BB 25 T 72, v — L (FL—h) Z77 X
7“/77 L— bk (Eff60mm) MW, &8 1 #& Lic, £/, HHRMIRERRE
%% (Relative Cell Population Doubling Number, RPD) =& H 3 % 7= O UL
BRARRERIIR A E FIC 7 L — b & 1 Bk i 72,

2) TL—b%7=0 2X10MHOMAL (H53&iK 5.0 mL) AR L7,

3) KEEE 3 AL EISAACFEZEBINEE N TR BE DN 0T 2 FEA . TRISWEW,
EERIE DR E K O 24TV LB B A e M fa B E oo 7 L — b 12D T
IE. AT O FEICE VIR 2 JE U, ALERBH Aa s O MR IR B & LT,
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(D

(2)

(3)

4)

5)

6)

7)

8)

9)

@E#Fﬁﬁ&&ﬁ(ﬁ S oE N
JEIC AT PE L AT PELL IR
BBk bRE & 0.050 mL 0.883 mL 0.050 mL
S9 mix RN E 0.833 mL
ﬁm%'@ﬁﬁm 0.050 mL 0.050 mL 0.050 mL
W&

Wi L — b DR #ER % FEFE L. Phosphate-Buffered Saline (=) (PBS (-)) % i
BNz 7L —F&2WwE LT,
PBS(-) & BEHF L. 0.25% U 7> & #K (Trypsin 0.25%. Life Technologies
Corporation) % 1 mL Iz, 5 pMEE Lz,
By T g v 7T A FIEE - S 2%k, S L— MZH LV 10%BS-MEM
BEgW A 1 mL iR L, MmERGHESE 2 AWV CHIIRE 2 0E Lo, mERGEE O
FHEEIE . 8 B D SERIE DO /NBURE 1L A U N U 72 b o % il fa 4 A5 N4k
(Population Doubling Number, PD) DFHFEIZH W=,
SR EEL . BINLALAR A TAIEE T AT H O F B2 8152 L, WIR T RRO &
AR UTn, fERREE. FERFMILERIE T 6 WM. EIEEALERYE TIE 24 R RS 2R
L7,
6ﬁﬁﬁ%% FRMAEEIZ OV T, HFEFRICHT O A EA R T 2L & b

. BISTACFEZEBAMEE T TR ORE A R LTz, IRWT, FMiGEHK 2% & 72
éio%%btiﬁﬁﬁ&fﬂ%%%@b\ﬁLW%%WSOmL%MZ\EK
18 il ks L7,
B T 1%, BINCALAH ZBRMEE T CHTHH O F L O IR O R BE & sl L 7= (I
FALERIE DR TIRROERIT, BT —2 L L) .
RUNT, 3D FIEIZHEW, &7 L — N OMBIEEZHE L, #& TR OMIaEE &
Lto

SO ED D, X1 RO 21TV, BRIESTEEE 100% & L 72K B O
%ﬁ@me%%mLto

= [log (JLBE (H53) & THEOMIIAK + WP RIS O MIIA%0)] + log 2
(1)

o BRI FLRE |2 5519 5 PD) )
RPD (%) = (GTER BRI 51T 5 PD) 100

(X 2]
M TEINHE 2R (=100-RPD) *Z B H L. 50% & Fde 2 OB S . 50%H0
e B G A R U R (MM i) A L7,
*FEMENOUTOHAIZO0E L TH -,

6.5.4 TEREEHER
DITFORBRBIEO S L, BEMEAZMLELITIHEAIT., BEREE TICBW T, WEK
DR ZEZHWT, MEBIEICL > THEBEL -,

17
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1)  ERERLERVE O BT & FEARBTE ML
T, Rt BREE BRI LB EE K OV k) FREE A B
N E7FI7A2AF vy 77— (EE
W3) L, T,
Z 1 Heax

i

F 7.

60 mm) % v,

g7
BRE 3 (B& =1,
RPD % B H 7 5 7= b O JLBL BH 4 B Al fa 250 Il 7 L — b

HE AL EO 24 FFAE O F N F

vy—L (FL—
2 M

2) FL—bo70 2x10* oM (F#%iE 5.0 mL) ML 72,

3) HFE3 PRI

. BISIAT AR ZEBARREE T CHIBRIC R E N2V 2 & A iR
U, BRI DB K QML 21T U

e 14 B A ) BABR (CHE UL ALPEBRARRF O MR & LT,

TRIHE

BRARIFHIE M O 7 L — F 1 BT DWW TR,

*:(
4)

S IRy TA] AL 75 -
JETRAE PELL BRI i
e 0.050 mL 0.883 mL 0.050 mL
SRR (0.150 mL)* (0.933 mL)* (0.100 mL)*
S9 mix WA 0.833 mL
éﬁﬁﬂiéﬁﬁQL 0.050 mL 0.050 mL 0.050 mL
o PEXDRPIRC 1 (MMC: 0.150 mL)* | (CP: 0.100 mL)* | (MMC: 0.100 mL)*
W&
) NI, BB BERE O B i bR 25 i K OB e W i RN & 2 =¥,

L. Ry RALHELE T 6 Rpf

M OIRAE 2 fERE L7z, IRWT, #Y

PeBR W B LR | BISEALAR BRI T THTHH O A KX OV IR THREZR IR O 4 %2 el

MR LR YVE Tl 24 MHEfEEE LT,
5) 6 FFMIEE S, FEEFRALEE I O W TIE A TS T CHBRME O H KO

2% &7 B KO FIiEERN L - A AR

TR 2P L, TLWEEEIR 5.0 mL 20z, FIC 18 ReffigEs®E L=,

6) FHE2HMDOT L —F (BFZ-1 KTV-2)
FRAR A& T DR 2 e AT Al

mz 7.

7) EEEK T,
DWTIEREBRIRZFEIE L, H L WVEEERIK 5.0 mL % 2
NY 7y iR (Trypsin 0.25%,

THEL 7=, RWNT, LS

PEMEIEAEE L, A F LTI a— b Fifg=3 :

IR L7,

1 BLLEZER

L.

F1 VT LYW THI 15 5
L7z, HE LM E AT A RTTA1TKIZHOE 2R
77— b4 720 2 AER LU 7=, HIETE T,

P THI 15 g L TR aREARZERLL 72,

[E0 - Jx 05

IZD>WT,
WZanrt I R (T ANy B,
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1)

2)

3)

ARG FE 2 DWW T, M BRFH AR T I 1T 5 8 X o Ul 0 S EIE O /N UREE 1
&P TA L, B TERR L (HAL : FHUE O FHE x 10* cells/mL) .
PDIZOWVWTIE, 1) OFRFEEZMNNTEHREL, D ERFEIMEMELAL, /M
M2 E TERLE,

RPD (EH41 ) IZOWTIE, 2) ORFMEEZ HWTERE L, /ADNEURE | 7% U
ALEKELTERLE,

6.5.6 = NOF TR

BAMEE T T L — FY72 0 150 Mile (BFIREE X720 300 ML) DY kn B < B
LA P g 28lE L MERFTORMEL BT LR MoK AT LT, AR
EHEOHB LR LT, ROAREROBEIITRTT T4 ML TiTo 7,

6.5.7 2EREEDHNTE
Yut (R B IS R E AR E ISR L, BMERFIITEICUTOL Y ICEE - &
BT,

1)

2)

5 28 L

Qe (KRB EORBBIZLL TO LI ITERZ LB L,

Xy v 7(g) : Gett (R B (ctg) R O A Bl (csg)x e X v v 7 &
TR ARSI A RO R IR nd 56 o (JF
ey QA RO RN EichH D) ThoT, £D
TSI WY A 55 R O R LT TR 72 3E e (A 5 A 25 38

55 b D,
Gefa 53 (R E) I (ctb) Wr Fr G RO R B2 S 13T T D b D K OFE

et TR DY ROl Eicdh > Th, ZORIN
et 3R OEELL EICEE T\ D b o,

Yuta oy (R B ZS i (cte) - DU SR 2R M 7 &

Y e AR BT (csb) - W A YR O [ 2 S TR Y B AR
B h Ok OGN Gk o R Ficd
> Th, TORIVEEAZFEDOIEL LIZHEATHD b

D,
Yett (R A2 Hi(cse) TR AR, BRIRY AR L
% DAt (other) : Wr b (frg) 72 &£

By B

et R BN, EDOMBNAKFF> TV HEA O (ZfEER) L8Ry, FbLz
GHEERBRELERE LT,

55k : polyploidy (BZWN{EMI{A : endoreduplication % & ¢¢)
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6.5.8 HBROHE

HIEICEE LT, Yk o gl o i}&rﬂ’jﬁﬁ%%ﬁ’)%‘ﬂiﬂ@@ﬂjﬁiﬁ’J;ofﬂélJTF:L
7 %Lﬁ%@f/’*‘ﬁfﬁiﬁi ¥ ¥ v 72 E0HEA (TAG) &R 0VWES (TA) &I
ST REHIEIL®BE E W, #yua%ﬁﬁ%f%ﬁmb\ HIEFEHEICHE - THIE LT,

6.5.9 WMEtfEAT

BE O HBUHE KT 26 BIEOHE T, FEMx R & gBy B QLB TS R
% OB B 12D T Fisher OE MR E L 2 (FEAME . F0ll 5%) WO
Cochran Armitage O [AIBE > (HEAYE - 70 5%) &, FarEx BREE & Bk R
] CHE R B 12D T Fisher O EEfERFHEIE Y CAEKE : AR 5%) 217> 72,

6.5.10 FIEEE
FEROHEIL, TRROEMEIZEW, AW FrIBEEMEEZBE L THE L,

1) B
Fisher @ [H#ff 5 Hik & Y Cochran Armitage DR EICEB VT E HICHE
ZEDFRO DAV, BE O HBLUEHE SRV R OW 57 — ¥ FEE O 95%E R0
PN R

2) [tk
Fisher @ [E#2He F 3t B 1L & Y Cochran Armitage DB EICB W TE LICHE
EZNBD LT B O MBEE N EESREEON 57 — &2 EEED 95%M R4y
HN DA,
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7. HEBER

7.1 HH e 18 51 4110 1 B BR

fE 4% Appendix 1, Appendix 2-1~2-3, Appendix 4 |27 L 7=,

BRI AN A O AT O F R R IR O AR ZkiL, T X TOLEED T XTO
METHHARD b, AREITRO b Rho o, MidFEMEDIE TH S RPD &
RE L7k, TN T OB T 50% % 8 2 2 M i B A m sl /IR0 5 g 50%
e 14 S B o) o S (RS AE) X S e o T,

7.2 ZREAFAEEHAR

ft B % Fig.1~3, Table 1~3, Appendix 3-1~3-3, Appendix 5Z/R L 7=,

BB IR AL D AT H O R O R IR O G E L, T X TORBEDTXTO
METHHARO L, AREITRD bR Tz,

TS B E O HBLER (TA) 13, B RFELEEE O FEAGHTEPEL TIX 2000, 1000 & Y 500
pug/mL T 0.7, 0.7 T 0.3% CTd o7z, FEFRHIALELE O HTE ML TIZ 2000, 1000
K500 pg/mL T O, 0.7 %N 0.7%CTd o7z, HEHAEE T 2000, 1000 & 500
pg/mL T 1.0, 0.7 X1*0.7% To > 7=,

B BLE (55U Poly) @ HIBLER I, Ry R AL BRE 0 FEARGHTE ML T UL 2000, 1000
K O¥500 pg/mL T 0.7.0.7 &R 0.7% T & - 7=, f8 FEFALER E o EHE ML TiE 2000,
1000 K T8 500 pg/mL T 1.3, 0.7 XN 1.3% T o7z, HEHEALEETIE 2000, 1000 &
500 pg/mL T 0.3, 1.3 XN 0.3%Th o7,

7.3 BRI A
LR O FEMEZ 7= Lic 7z BRI OIS e S vz &Il L7,
o BWEWEER3HEU EICT, S,
o [EMEXTERBE CIXRE OHBLRIIE RT — % O 95%MEFR AR OFHEENIZH - 7=,
o B RREETTIL, RV RREE L T 5 & QRS RE B WV CREHIIC
BRERBINBRD bz,
o WBREEICHICHBEIIED b o7,
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8. EX,

AU (T hI77ndnzFLy) ORGEKREEFEREOAELZBRFT 5720, Fv
A ==X« NHAZ—iERBRHEFMMN (CHL/IU) % H 723008 B 5 il Bk 2 £ i
L7,

e R RERBROM R, ROAKEERFEO —2>DOHRETHL X v v T2 E 0B
CERRE AT oMo HHEE (TA H) KORKEEE (poly 6) OHIRIT, Wi
DRBIEIZ BT, 2P A & Il U TREHINICA BEREINIR D 5 g Bk
XHRBEDOMEER N 5T — Z D 5% MRS M OFIHN TH > 7272, B & HIE L,

B, TRTOMEHIECZBWT, BESREBECREEAREERE 2687 2 LD
HERO MBS IXE 2T — ¥ O I5%MESAAOFEEANICH > 7=, 2k LT, B
PEXTRREE CIEZ, BEMEXIREE i 25 &, AR ERFICBW THRENICHEER
WIMNEO bz, L7 - T, RBRITEYICEBINTZEE LN,

£70, AWBRME L Ames RBR TRt Y HEShTnb,

PLEDO#ERENS, RY (T hI 704 FLy) IARARBRSEMETICEBWLT, Y
R E R L OREREMNBETEZFE R LV E R LT,
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3)
4)

SEXH

MR e BIMEREE (1999) @ <KET>ROEEERRT — 2%, pp. 15-20, = /L -
TA = WK

Siegel S, Castellan NJ. Jr. Nonparametric statistics for the behavioral sciences. 2nd
ed. New York: McGraw-Hill; 1988.

Agresti A, Categorical Data Analysis. New Jersey: Wiley InterScience; 2002
(2017) : RV (FRI7AFaF L) OMEERWLEREARLERRAS (R
&G T-2264) \ RAEZHER Y VY —F 2 F—
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Attached Data 1

Background Data in the Testing Facility

Cumulative background data of chromosome aberration tests in cultured Chinese hamster cells (line

CHL/IU), carried out under the same study conditions at BoZo Research Center Inc.

Period for NC : April-2015-February-2017

Period for PC : April-2015-February-2017

Treatment Cells Poly TA Treatment Cells Poly TA

S9mix Time @ observed (%) (%) S9mix Time @ observed (%) (%)
(5700) (21.3) (24.7) (5700) (1.3) (2126.7)

Mean 0.6 0.6 + Mean 0.0 56.0

6-18

+ 6-18 S.D. 0.4 0.3 (CP) S.D. 0.2 12.1

UCL 1.4 12 UCL 0.4 79.7

(n=19) LCL* 0.0 0.0 (n=19) LCL* 0.0 32.3
(5700) (18.7) (30.0) (5700) (2.7) (1084.0)

Mean 0.5 0.8 - 6.18 Mean 0.1 28.5

- 6-18 S.D. 0.4 0.4 (MMC) S.D. 0.1 49

UCL 13 1.6 UCL 0.3 38.1

NC (n=19) LCL* 0.0 0.0 pC (n=19) LCL* 0.0 18.9
(5700) (20.7) (26.7) (5700) (8.7) (1192.7)

Mean 0.5 0.7 - 24-0 Mean 0.2 31.4

- 24-0 S.D. 0.4 0.3 (MMC) S.D. 0.4 6.5

UCL 13 1.3 UCL 1.0 44.1

(n=19) LCL* 0.0 0.1 (n=19) LCL* 0.0 18.7
(300) (0.7) (0.7) (300) (0.0) (130.0)

Mean 0.3 0.3 - Mean 0.0 65.0

48-0

- 48-0 S.D. #DIV/0! #DIV/0! (MMC) S.D. #DIV/0! #DIV/0!
UCL #DIV/0! #DIV/0! UCL #DIV/0! #DIV/0!
(n=1) LCL* #DIV/0! #DIV/0! (n=1) LCL* #DIV/0! #DIV/0!

Negative control (NC) :

Positive control (PC) :

S9 mix :
Time :

Poly :

n : the number of studies

Mean :

( ):umber of observed.

water for injection, isotonic sodium chloride solution, dimethylsulfoxide, 0.5w/v% sodium carboxymethyl

cellulose solution, acetone or culture medium

CP ; Cyclophosphamide, 14 pg/mL

MMC ; Mitomycin C, 0.075 pg/mL (used for the short-term treatment)
MMC ; Mitomycin C, 0.050 pg/mL (used for the continuous treatment)
+ ; with metabolic activation - ; without metabolic activation

treatment hours - hours of incubation without test article

polyploide cells
TA : total number of cells with aberrations excluding gaps

average of structural aberration and numerical aberration in cumulative studies

S.D. : standard deviation of structural aberration and numerical aberration in cumulative studies

UCL:
LCL:

95% control limits(upper control limit)

95% control limits(lower control limit)

* : The value was regarded as 0%, when value was 0 and below.

24



T-G255

120 ¢ —&— Cell-growth ratio 3 100
=<O==TA value
110 k =\ = Poly value 4 90
100 m
1 80
90 F
w70
80
1 60 —~
~ s e
S S
S =
= 60 F 1 50 =
S >
= >
T S0} {149
o =N
.
2 40 30 ::
— (
3 =
30
1 20
20 F
1 10
10
0 Q Oy ——— - — A1)
NC 500 1000 2000 PC

Concentration of test article(ug/mL)

Fig. 1

Results of the chromosomal aberration test in cultured Chinese hamster (CHL/IU) cells treated with
Poly(tetrafluoroethylene)

[Short-term treatment : -S9 mix]

NC : Negative control (acetone)
PC : Positive control (mitomycin C : 0.075 pg/mL)

Cell-growth ratio was shown as the RPD.
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Fig. 2

Results of the chromosomal aberration test in cultured Chinese hamster (CHL/IU) cells treated with
Poly(tetrafluoroethylene)
[Short-term treatment : +S9 mix]

NC : Negative control (acetone)
PC : Positive control (cyclophosphamide : 14 pg/mL)

Cell-growth ratio was shown as the RPD.
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Fig. 3

Results of the chromosomal aberration test in cultured Chinese hamster (CHL/IU) cells treated with
Poly(tetrafluoroethylene)

[Continuous treatment : 24hr]

NC : Negative control (acetone)
PC : Positive control (mitomycin C : 0.050 pg/mL)

Cell-growth ratio was shown as the RPD.
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Table 1 Chromosomal aberration in cultured Chinese hamster (CHL/IU) cells treated with Poly(tetrafluoroethylene)
[Short-term treatment:-S9 mix]
. . Number of cells with numerical chromosomal
. Conc. of Number of cells with structural chromosomal aberration (%) .
Time S? test article R:’D a.berratlon (%)
(h) (ng/mL) ob(;::’lfse d ctb cte csb cse other TA(%) g TAG(%) tiz;d (%) ob(;fiifse d Poi}glallsom other Total (%) t::td
150 1 0 0 0 0 1 1 150 1 0 1
NC 150 1 0 0 0 0 1 0 1 100 150 2 0 2
300 2(0.7) 0(0.0) 0(0.0) 0(0.0) 0(0.0) 2(0.7) 0(0.0) 2(0.7) 300 3(1.0) 0(0.0) 3(1.0)
150 0 0 0 0 0 0 0 0 150 1 0 1
500 150 1 0 0 0 0 1 0 1 109 150 1 0 1
300 1(0.3) 0(0.0) 0(0.0) 0(0.0) 0(0.0) 1(0.3) 0(0.0) 1(0.3) NS. 300 2(0.7) 0(0.0) 2(0.7) NS.
150 1 0 0 0 0 1 0 1 150 0 0 0
6-18 - 1000 150 1 0 0 0 0 1 0 1 100 150 2 0 2
300 2(0.7) 0(0.0) 0(0.0) 0(0.0) 0(0.0) 2(0.7) 0(0.0) 2(0.7) 300 2(0.7) 0(0.0) 2(0.7)
151 0 1 0 0 0 1 0 1 150 0 0 0
2000 150 1 0 0 0 0 1 0 1 84 150 2 0 2
301 1(0.3) 1(0.3) 0(0.0) 0(0.0) 0(0.0) 2(0.7) 0(0.0) 2(0.7) 300 2(0.7) 0(0.0) 2(0.7)
150 9 38 0 0 0 47 0 47 150 0 0 0
PC 150 9 35 0 0 0 41 0 41 - 84 150 0 0 0 -
300 18(6.0) 73(24.3)  0(0.0) 0(0.0) 0(0.0) 88(29.3)* 0(0.0) 88(29.3) 300 0(0.0) 0(0.0) 0(0.0)

g: chromatid or chromosome gap, ctb: chromatid break, cte: chromatid exchange, csb: chromosome break, cse: chromosome exchange,
other: including fragmentation

TA: total number of cells with aberration excluding gap, TAG: total number of cells with aberration including gap.

NC: Negative control (acetone)

PC: Positive control (mitomycin C, 0.075 pg/mL)

*:Fisher's exact test, p<0.05 N.S.:not significant

RPD: relative population doubling RPD (%) showed PD of test article treatment group against the one of negative control.
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Table 2 Chromosomal aberration in cultured Chinese hamster (CHL/IU) cells treated with Poly(tetrafluoroethylene)
[Short-term treatment:+S9 mix]

. . Number of cells with ical ch 1
Conc. of Number of cells with structural chromosomal aberration (%) Hmber of cells With humetical Ciromosoma

Time S9 test article RPD aberration (%)
. N -
() mix (ng/mL) ob(i:llfse d ctb cte csb cse other TA(%) g TAG(%) t::td (%) obcszilse d Pol}g])lls()ld other Total (%) tzzrs]td
150 0 0 0 0 0 0 0 0 150 1 0 1
NC 150 1 0 0 0 0 1 0 1 100 150 1 0 1
300 1(0.3) 0(0.0) 0(0.0) 0(0.0) 0(0.0) 1(0.3) 0(0.0) 1(0.3) 300 2(0.7) 0(0.0) 2(0.7)
150 0 1 0 0 0 1 0 1 150 2 0 2
500 150 0 1 0 0 0 1 0 1 81 150 2 0 2
300 0(0.0) 2(0.7) 0(0.0) 0(0.0) 0(0.0) 2(0.7) 0(0.0) 2(0.7) NS. 300 4(1.3) 000.0) 4013 NS
6-18 + 150 1 0 0 0 0 1 0 1 150 1 0 1
1000 150 1 0 0 0 0 1 0 1 75 150 1 0 1
300 2(0.7) 0(0.0) 0(0.0) 0(0.0) 0(0.0) 2(0.7) 0(0.0) 2(0.7) 300 2(0.7) 000.0)  2(0.7)
150 0 0 0 0 0 0 0 0 150 3 0 3
2000 150 0 0 0 0 0 0 0 0 54 150 1 0 1
300 0(0.0) 0(0.0) 0(0.0) 0(0.0) 0(0.0) 0(0.0) 0(0.0) 0(0.0) 300 4(1.3) 000.0) 4.3
150 8 100 0 0 0 108 0 108 150 0 0 0
PC 150 10 100 0 0 0 106 0 106 - 63 150 0 0 0 -
300 18(6.0) 200(66.7) 0(0.0) 0(0.0) 0(0.0) 214(71.3)* 0(0.0) 214(71.3) 300 0(0.0) 0(0.0) 0(0.0)

g: chromatid or chromosome gap, ctb: chromatid break, cte: chromatid exchange, csb: chromosome break, cse: chromosome exchange,
other: including fragmentation

TA: total number of cells with aberration excluding gap, TAG: total number of cells with aberration including gap.

NC: Negative control (acetone)

PC: Positive control (cyclophosphamide, 14 pg/mL)

*:Fisher's exact test, p<0.05 N.S.:not significant

RPD: relative population doubling RPD (%) showed PD of test article treatment group against the one of negative control.
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Table 3 Chromosomal aberration in cultured Chinese hamster (CHL/IU) cells treated with Poly(tetrafluoroethylene)
[Continuous treatment:24hr]
Conc. of Number of cells with structural chromosomal aberration (%) Number of cells with numerical chromosomal
Time S9 test article RPD aberration (%)
. N -
() mix (ng/mL) ob(;::/se d ctb cte csb cse other TA(%) g TAG(%) ti:ztd (%) Obizlife d Pol?l)lls()ld other Total (%) tiz:td
150 1 1 0 0 0 2 0 2 150 1 0 1
NC 150 0 0 0 0 0 0 0 0 100 150 2 0 2
300 1(0.3) 1(0.3) 0(0.0) 0(0.0) 0(0.0) 2(0.7) 0(0.0) 2(0.7) 300 3(1.0) 0(0.0) 3(1.0)
150 0 1 0 0 0 1 0 1 150 1 0 1
500 150 1 0 0 0 0 1 0 1 77 150 0 0 0
300 1(0.3) 1(0.3) 0(0.0) 0(0.0) 0(0.0) 2(0.7) 0(0.0) 2(0.7) NS 300 1(0.3) 0(0.0) 1(0.3) NS
150 0 1 0 0 0 1 0 1 o 150 2 0 2 o
24-0 - 1000 150 1 0 0 0 0 1 0 1 80 150 2 0 2
300 1(0.3) 1(0.3) 0(0.0) 0(0.0) 0(0.0) 2(0.7) 0(0.0) 2(0.7) 300 4(1.3) 000.0) 4.3
150 1 0 0 0 0 1 0 1 150 0 0 0
2000 150 1 1 0 0 0 2 0 2 60 150 1 0 1
300 2(0.7) 1(0.3) 0(0.0) 0(0.0) 0(0.0) 3(1.0) 0(0.0) 3(1.0) 300 1(0.3) 0(0.0) 1(0.3)
150 10 44 0 0 0 51 0 51 150 0 0 0
PC 150 16 38 0 0 0 54 0 54 - 80 150 0 0 0 -
300 26(8.7) 82(27.3)  0(0.0) 0(0.0) 0(0.0) 105(35.0)* 0(0.0) 105(35.0) 300 0(0.0) 0(0.0) 0(0.0)

g: chromatid or chromosome gap, ctb: chromatid break, cte: chromatid exchange, csb: chromosome break, cse: chromosome exchange,

other: including fragmentation

TA: total number of cells with aberration excluding gap, TAG: total number of cells with aberration including gap.

NC: Negative control (acetone)

PC: Positive control (mitomycin C, 0.050 pug/mL)
*:Fisher's exact test, p<0.05 N.S.:not significant

RPD: relative population doubling RPD (%) showed PD of test article treatment group against the one of negative control.
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NC 15.6 31.3 62.5 125

Concentration of test article(ng/mL)

Appendix 1

500

1000

Results of the cell-growth inhibition test in cultured Chinese hamster (CHL/IU) cells treated with Poly

(tetrafluoroethylene)
NC : Negative Control (acetone)

Cell-growth ratio was shown as the RPD.
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Appendix 2-1

Cell-growth ratio in the cell-growth inhibition test in cultured Chinese hamster (CHL/IU) cells treated with
Poly (tetrafluoroethylene)

[Short-term treatment : -S9 mix]

Cell-growth inhibition test

Study type | rreatment and Cell- Observation”
. RPD? growth —
S9 | time | Concentration %) inhibition | Condition of|  Color of Prec1p1tates/Crystalsﬂ
mix | (hr) (g/mL) ratio(%)” cells” medium® 1 2)
0 (NC) 100 0 - - - -
15.6 82 18 - - + +
31.3 93 7 - - + +
o | 625 97 3 - - n n
- | 618 § 125 86 14 - - + +
2 250 89 11 - - + +
= 500 82 18 - - + +
1000 82 18 + - + +
2000 61 39 + - + +

Concentration of 50% cell-growth inhibition : above  200()  pg/mL

NC : Negative Control (acetone)
a) The plate in the negative control group was regarded as a 100% growth.

b) Cell-growth inhibition ratio was shown as 100 - RPD. The value was regarded as 0%, when value was 0 and fewei
¢) Condition of cells was observed at the end of treatment. Color of medium was observed immediately after addition

d)

e)

of the test suspensions. Precipitates/crystals were observed l)immediately after addition of the test suspensions and

Yat the end of treatment.

+

: Most of the cells were attached to the surface of plates and grew as a monolayer. Their shape was normal.
: A small number of cells were detached from the surface of the plate and floated in the culture medium. The

shape of attached cells was also altered.

: No changes of color
: Absence of precipitates
: Presence of precipitates floating in the medium.

All calculations were carried out using Excel 2010
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Appendix 2-2

Cell-growth ratio in the cell-growth inhibition test in cultured Chinese hamster (CHL/IU) cells treated with
Poly (tetrafluoroethylene)

[Short-term treatment : +S9 mix]

Cell-growth inhibition test

Study type | rreatment and Cell- Observation”
. RPD? growth —
S9 | time | Concentration %) inhibition |Condition of|  Color of Prec1p1tates/Crystalsﬂ
mix | (hr) (g/mL) ratio(%)” cells” medium® 1 2)
0 (NC) 100 0 - - - -
15.6 91 9 - ] + +
313 88 12 - - + +
o | 625 94 6 - - n n
+ | 6-18 § 125 86 14 - - + +
2 250 88 12 - - + +
= 500 72 28 - - + +
1000 72 28 - - + +
2000 57 43 + - + +

Concentration of 50% cell-growth inhibition : above  200()  pg/mL

NC : Negative Control (acetone)
a) The plate in the negative control group was regarded as a 100% growth.

b) Cell-growth inhibition ratio was shown as 100 - RPD. The value was regarded as 0%, when value was 0 and fewei
¢) Condition of cells was observed at the end of treatment. Color of medium was observed immediately after addition

d)

e)

of the test suspensions. Precipitates/crystals were observed l)immediately after addition of the test suspensions and

Yat the end of treatment.

+

: Most of the cells were attached to the surface of plates and grew as a monolayer. Their shape was normal.
: A small number of cells were detached from the surface of the plate and floated in the culture medium. The

shape of attached cells was also altered.

: No changes of color
: Absence of precipitates
: Presence of precipitates floating in the medium.

All calculations were carried out using Excel 2010
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Appendix 2-3

Cell-growth ratio in the cell-growth inhibition test in cultured Chinese hamster (CHL/IU) cells treated with
Poly (tetrafluoroethylene)

[Continuous treatment : 24hr]

Cell-growth inhibition test
Study type Treatment and Cell- Observation”
. RPD? growth —
S9 | time | Concentration %) inhibition | Condition of|  Color of Prec1p1tates/Crystalsﬂ

mix | (hr) (hg/mL) ratio(%)” cells? medium® 1) 2)
0 (NC) 100 0 - - - -
15.6 90 10 - - + +
31.3 87 13 - - + +
o 62.5 92 8 - - + +
- | 240 § 125 90 10 - - + +
2 250 87 13 - - + +
=1 500 75 25 + - + +
1000 79 21 + - + +
2000 66 34 ++ - + +

Concentration of 50% cell-growth inhibition : above  200()  pg/mL

NC : Negative Control (acetone)
a) The plate in the negative control group was regarded as a 100% growth.
b) Cell-growth inhibition ratio was shown as 100 - RPD. The value was regarded as 0%, when value was 0 and fewer
¢) Condition of cells was observed at the end of treatment. Color of medium was observed immediately after addition

d)

of the test suspensions. Precipitates/crystals were observed l)immediately after addition of the test suspensions and

Yat the end of treatment.

+

++

: Most of the cells were attached to the surface of plates and grew as a monolayer. Their shape was normal.
: A small number of cells were detached from the surface of the plate and floated in the culture medium. The

shape of attached cells was also altered.

: Approximately half of cells were detached from the surface of the plate and floated in the culture medium.

The shape of attached cells was also altered.

: No changes of color
: Absence of precipitates
: Presence of precipitates floating in the medium.

All calculations were carried out using Excel 2010
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Appendix 3-1

Results of observation in the chromosomal aberration test in cultured Chinese hamster (CHL/IU) cells treated
with Poly(tetrafluoroethylene)

[Short-term treatment : -S9 mix]

Chromosomal aberration test

Study type | Treatment and Observation”
rrsligx t(lgrl ; CO?:;EESIOH Condition of cells” | Color of medium® lf;rempltates/Crystalsc;))
0 (NC) - - ) _
%.; 500 - - + +
- | 6-18| & | 1000 + - + +
S | 2000 + - + +
PC - - - -

NC : Negative control (acetone)
PC : Positive control (mitomycin C : 0.075 pg/mL)
a) Condition of cells was observed at the end of treatment. Color of medium was observed immediately after addition of

the test suspensions. Precipitates/crystals were observed 1)immediately after addition of the test suspensions and”at
the end of treatment.

b) -
+
c) -
d -
+

: Most of the cells were attached to the surface of plates and grew as a monolayer. Their shape was normal.
: A small number of cells were detached from the surface of the plate and floated in the culture medium. The

shape of attached cells was also altered.

: No changes of color
: Absence of precipitates
: Presence of precipitates floating in the medium.
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Appendix 3-2
Results of observation in the chromosomal aberration test in cultured Chinese hamster (CHL/IU) cells treated
with Poly(tetrafluoroethylene)
[Short-term treatment : +S9 mix]

Chromosomal aberration test

Study type | Treatment and Observation”
msigx t(lgrl ; CO?:;EESIOH Condition of cells” | Color of medium® lf;rempltates/Crystalsc;))
0 (NC) - - ) _
%.; 500 - - + +
+ | 6-18| § | 1000 - - + +
S | 2000 + - + +
PC - - - -

NC : Negative control (acetone)
PC : Positive control (cyclophosphamide : 14 pg/mL)

a) Condition of cells was observed at the end of treatment. Color of medium was observed immediately after addition of
the test suspensions. Precipitates/crystals were observed 1)immediately after addition of the test suspensions and”at
the end of treatment.

b) - : Most of the cells were attached to the surface of plates and grew as a monolayer. Their shape was normal.

+ : A small number of cells were detached from the surface of the plate and floated in the culture medium. The
shape of attached cells was also altered.

<)
d)

: No changes of color
: Absence of precipitates

+ : Presence of precipitates floating in the medium.
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Appendix 3-3
Results of observation in the chromosomal aberration test in cultured Chinese hamster (CHL/IU) cells treated
with Poly(tetrafluoroethylene)
[Continuous treatment : 24hr]

Chromosomal aberration test

Study type | Treatment and Observation”
S9 | time | Concentration . b _ Precipitates/Crystals®
mix | (hr) (ug/mL) Condition of cells” [ Color of medium ) )
0 (NC) ] ] ] ]
5 | 500 + - + +
- | 240 | 1000 + _ + +
& [ 2000 ++ - N n
PC - - - -

NC : Negative control (acetone)
PC : Positive control (mitomycin C : 0.050 pg/mL)
a) Condition of cells was observed at the end of treatment. Color of medium was observed immediately after addition of
the test suspensions. Precipitates/crystals were observed 1)immediately after addition of the test suspensions and”at
the end of treatment.
b) - : Most of the cells were attached to the surface of plates and grew as a monolayer. Their shape was normal.
+ : A small number of cells were detached from the surface of the plate and floated in the culture medium. The
shape of attached cells was also altered.
++ : Approximately half of cells were detached from the surface of the plate and floated in the culture medium. The

shape of attached cells was also altered.
¢) - :No changes of color

d) - : Absence of precipitates
+ : Presence of precipitates floating in the medium.
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Appendix 4

Cell concentration and population doubling in the cell-growth inhibition test in cultured Chinese hamster
(CHL/IU) cells treated with Poly (tetrafluoroethylene)

[Short-term treatment : -S9 mix]

Study type | Treatment and

) )

Cell counts °

Cell counts *

S9 | ti Concentration PD
mix (I}IE; (ng/mL) (10" cells/mL) (x10" cells/mL)

0 (NC) 33 —>

15.6 30 50

31.3 33 12

2 | 625 34 18

- | 618 £ 125 15 31 105

& [ 500 30 00

1000 30 700

2000 25 074

[Short-term treatment : +S9 mix]

Study type | Treatment and

. . Cell counts Cell counts *
S9 | time | Concentration 4 A PD
mix | (hr) (ng/mL) (10" cells/mL) (x10" cells/mL)
0 (NC) 39 138
15.6 36 1.26
31.3 35 1.22
% 62.5 37 130
+| 618§ | 125 15 34 18
7 250 35 122
& [ 500 30 50
1000 30 1.00
2000 26 0.79

[Continuous treatment : 24hr]

Study type | Treatment and

) )

Cell counts °

Cell counts *

S9 | ti Concentration PD
mix (I}IE)C (ng/mL) (x10" cells/mL) (x10" cells/mL)

0 (NC) 41 1.45

15.6 37 30

31.3 36 36

2| 625 38 1.34

- | 240 E 125 15 37 130

& [ 500 D) 09

1000 33 1.14

2000 29 095

NC : Negative Control (acetone)

The number of cells on the plate of each dose was measured using the hemocytometer (8 areas) at the time of start
 and end ™ for treatment. Cell counts were displayed as the mean of measured values.
PD : Population Doubling was determined as;

[log (cell counts at the time of end / cell counts at the time of start treatment)] / log 2

All calculations were carried out using Excel 2010
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Appendix 5

Cell concentration and population doubling in the chromosomal aberration test in cultured Chinese hamster
(CHL/TU) cells treated with Poly(tetrafluoroethylene)

[Short-term treatment : -S9 mix]

Study type | Treatment and

. . Cell counts ¥ Cell counts *
S9 | time | Concentration 4 A PD
mix | (hr) (ug/mL) (10" cells/mL) (x10" cells/mL)
O (NO) 26 1.12
= 500 28 1.22
- |18 E | 1000 12 %6 R
& | 2000 23 0.4
PC 23 0.94

[Short-term treatment : +S9 mix]

Study type | Treatment and ) Cell counts ”

Cell counts *

nsqigx t(llrlrrl; Co?jg?ﬁt;on (x10* cells/mL) (x10* cells/mL) i
0 (NC) 34 1.50

2 | s00 28 122

+ | 6-18 § 1000 12 26 1.12
& | 2000 21 0.81

PC 23 0.94

[Continuous treatment : 24hr]

Study type | Treatment and

) . Cell counts ¥ Cell counts *

S9 | time | Concentration 4 . PD

mix | (hr) (ng/mL) (10" cells/mL) (x10" cells/mL)
0 (NO) 33 1.46
= 500 26 1.12
- |240( E | 1000 12 27 17
& | 2000 2 087
PC 27 1.17

NC : Negative control (acetone)

The number of cells on the plate of each dose was measured using the hemocytometer (8 areas) at the time of starl’ and

end  for treatment. Cell counts were displaved as the mean of measured values

PD : Population Doubling was determined as;
[log (cell counts at the time of end / cell counts at the time of start treatment)] / log 2

All calculations were carried out using Excel 2010
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