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EBIE_U0FEOw T RY 7 —< TK Kbk

2.3 AEBEr

ZBEZOROLZEMICETAEERERBRO -BE LT, w7 XY LoSEHEDE
CFMNA (L5178Y th*" -clone 3.7.2C) # AV, F IV ¥+ —PRETFEOCERLI
BELT, ZBIEZOROBCEEFBEEMA LA, M2 T, ¥ITFLTEETSE
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29 HEREZE
R ERGFREE

REREYE

210 FREDILEDNTELGH > EHBOEERICHELERETRVLOH
PEERUVABRHEBECHKDGN 2 &
FRIZZENTERPOERBOBEMEICRIZTRVOHDEFERELUORRFEE
WD hol-Z LidZahrotz,

211 EBHEE
HEBREE (BA) . BEXE, &7 FROREEE (BRASEDERESD)
IMEREER Y U —F ¥ — HBRBETEFROEEHEERRICRET S, BB, £
DHRIT BB REELRESL 10 EMET S, PERETRORFEICHOWTE, EXE
HEAEREEREH FREEHLHEARERY VS —FEL 2 —BTHHEL, 70
B EHET B,

212 HBREFTEORS - HAERUVZFOBRN

e IR

MASHERY IV —F o ¥ — RFEEEH HRER
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3. EH

EBEZOROECEEFTREEZTFMT 572D, v v R Y UoNEHR O EME
(L5178Y tk*'" -clone 3.7.2C) %AV, FIV U F—PERETFEBOLERLIEEL L
T, BETERERERREER L,

MELOBREVICE D &, AEBRMEEL D L5178Y k™™ -clone 3.7.2C A~
MPaE ML <. TOECD Guidelines for Testing of Chemicals 490] M H#eiE4 2 &5
HAED 10mM (1980 ug/mL) 2>H OFR TIL, HXTMAREFESE (Relative Suspension
Growth: RSG) M 10 ~ 20% % R AEXEET A2 LARBELE L b, 22T,
MELOHREE2SEL LT . BEESAELZ 100pg/mL & L LATAK2 TH]R L7Z5.00,
2.50, 1.25, 0.625 X *0.313 pg/mL D&t 6 AEZREL TCHERERREZT o, *
DOFER., EFAEE CIIHER LD 20%RSG 1 82 pg/mL L EE I N2, ERFFAE
BT 20%% TEIZ RSG EROLNEN- I ENCEEHET, BEHAEL 50
pg/mL B L CERBR AT o 7o, T O R, 20%RSG I IERBIEHEL T 18
pg/mL,REEMEA T 28 pg/mL L EE SN, 206 O R X Y  TOECD Guidelines
for Testing of Chemicals 490] Z2&% & L C, ERMAAEEOIERFEME/L TIX 20.0
ug/mLZ&xEHAEE L LT A 1.5 THIN L7 13.3,8.89.5.93.3.95 K 0 2.63 pug/mL
DF 6 AELE, REHEELTIZ300pg/mL Z2HEHEL L, UTAKL 1.5 THRLE
20.0, 13.3, 8.89, 5.93 R U'3.95 pg/mL it 6 HEZHZE L=,

BEFREAZERBOGRE . HRYELBERICBIT 2 RBEETRALERMEE (T-MF)
i3, R LR E O FERBE ML TIEREERFEO RG KO T-MF OBEMAH b
ofed, REEHETCRREKRFEEORISRED v, LAL2R6, ZTOHEM
LR RE M REE & GEF (MEBIEEMEi~ ¥ 7 ¥ —. Global Evaluation Factor) &
BIEZBIZTWRNoTEOTRELHELE, LIrLAENRL, SBELLIEHESE
WEBDFHMANELEZ OND,

WTNOLEEICB W T O EESREBICBIT 2 a0 = —EHEIIPEOR CPE2 & b
IZ 65~120%% R LI &b, ERMBO T =—FAREITEY Th oz & Hr
Nz, iz, EEEABREICBOCREGSBREICBITS T-MFiX50~170 x 10° Th
V. B REEIZT D T-MF OfEIT 200x10° SLE oM REED 2 50 2R L
el b, MROBFEERMEIZKTIRZHIIEDN CH D s, =
LORREMNS, RBRITETICEE SN BN,

PEDRR?L, ZBRIEZORIIARR (ERHALHE) FETICEW TERELES
IRV ERER L,
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4. &

il

EYEELELETER ZEEGHOEKEICLY. ZBIEZ0FEORZELMEFEM
OD—ELLT, TRV EHRROEEME (L5178Y tk*'™ -clone 3.7.2C) %AW
EBEFEREERRBREERLZOT, TORBEEHRET D, B, ARBRIILUTO
BELTDHIHTARTA ICERLTEELR,

1) BELTDIHARFSAUGE
. TOECD Guidelines for Testing of Chemicals 490
(OECD #E£ : 201547 A 28 H)
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5. HEBRMH
51 #WEBRYERUVERE
5.1.1 wERME

e : EHyYEERLEREEFET ZTRELE

£ : =B 0%

B4 (E4) : Arsenic (IIT) trioxide

CAS &= : 1327-53-3

oy hEE : T22B051

4T : As,05

DFE : 197.84

PR : B~ ZBRARER HD5WITRSEERER

R : KizEir b (1.2-3.7 g/100mL, 20°C),

ZEM : RESRG TICTEE,

RIEFIE : EIE (EHIME:18.7~20.8°C. 20154 12 A 25 H ~2016
F£2H29A8)

RIFH AT : WM ZEET HRYEREFE

BEM : KREWRIIBBRTHY, BRAELKIELTHERFICHEER

HA(TNAyy) BETHZERHD, BERIST D
CEROFER L 2 —LEETRENRD D, BT
ESFRL., MWEANERAZF B R(MOEE %
FET L,

RIFEAERERYE O
ERETHZEOREZ TAATHREREICRA L,

5.1.2 BIE

2R : FE& K

7y MR : 5F84N, S5I98N

Xy : BAZR 7

BET : AR RERMIETYS
RIFITIE : E-ti

RIFGRT : HEHRERT HERMEARE

5.2 BEOETRNR
AR E DK ~DEMBEN 1.2 ~3.7g/100 mL (20°C F) THDH I &hb, BE
ELTHERAKERE L,

53 HWERBROAR
UTo®REZL, BEFAOBEZHAWT, WRARARY EHND D WITEEFHIICE
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LTz, 72k, AFRESHTERT 2BEERR (RBRES N-G104) LFFLL,

5.3.1 BREL A%

1)

(1)
(2)
(3

S

(5)
(6)

2)

(1)
(2)
(3)

4

AEHRERR (HFRRE )

WERHE 0.010 g% 10 mL A A7 T A TR LT,

BIEZMATARY v 7%, BEERED 1.0 mg/mL BEREZMAE L1,

1.0 mg/mL B R Z A 2 (FREDOHBIK SmL : I SmL) TS BEERRL T,
0.500. 0.250, 0.125. 0.0625 %1% 0.0313 mg/mL D5t 6 BEBRMEOKERIE % H
s,

REFERR (FRBR) T, #RYWE 0010 g% 2 mL AR T T AIITHFIRL
Yo

BEEMATCARAT v 7%, BEEED 5.0 mg/mL WK Z AL 7=,

1.0 mg/mL ERE A 2 (BFREOHBRIK | mL: 45 1 mL) T3IBEEARL T,
2.5, 1.25 B0 0.625 mg/mL D& 4 JBEERBOFBRIERZFHR L /-,

B FRAERAR

ERERAEETII. RWE 0.030g%2 10mL A X7 T A2 ZBERLE,
BHEMZTART v 7%, BEEED 3.00 mg/mL R ZFHE L1,

3.00 mg/mL R Z A 1.5 (FREOHBRIR 1.0 mL : WH 0.5mL, 72721, 2.00
mg/mL ER OO H 3.00 mg/mL FFEHK 3.0 mL : EH 1.5mL & L7) TS5ERME
FIR LT, 2.00, 1.33, 0.889, 0.593 KT} 0.395 mg/mL D&t 6 REERE O
WERHE L, ZhzERERLEEDORBEEICHEWE,

(3) @ 2.00 mg/mL ¥R EZ AL 1.5 (FIREOHEKBRIK 1.0 mL : #FH 0.5 mL) TS
BEPEAIR LC. 1.33, 0.889, 0.593, 0.395 %10 0.263 mg/mL D& 6 BEEMED
WBIEEFRB L, 2 ERRHLEEOIERITEEIICA VI,

5.3.2 HEEY P

FARRIZRREBL L 7=,
5.4 X ERME

5.4.1 P14 it BB
gL LTHERLEESAKZRIESRE Lz,

5.4.2 B 14 » BR

1)

FERAE MR

£ R : ABEVANVT A F L (MMS)
oy hEE : AWRO0610

fiET : Bty a—rIan
RFFE : Mk, B

10
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RTEBFT : RIERHIEET BEMERRE WEE
2) REHEMERE

4 R : a7 A7 73K (CP)

oy hEE : CTN3690

WETT : FYEMEE TBEA ST

ol B2 : AL (97.0%LL 1)

REFIE : M. Y

RIS : HRMZEET EEMRAERE OBE

3) BGHERYEOZERER
TOECD Guidelines for Testing of Chemicals 490) TR T A R T4 VICERN
HEINLTWSIED,
4) FARGE
FAENI T RTHBFIZITY, BREETRT—EHBITRE L2 %I ENLs Lk,
(1) BEETERLTERR ERFEAEE  JERBENEEL R OSEF O
MMS # vy BRIBEE 7T A F v 7 &L (50 mL)IZ 0.0100 g 2R Lz, ZhiZ
AREER (AAERT MRS RXKERNETE, oy MEE KS5E97) % 10mL
MZTEMBL 1.0 mg/mLIFHREZFAY Lz, KWT, 1.0 mg/mL IBK % 2 ZHR
(1.0 mg/mL ¥ 5mL : AFAHEK 5mL) L., 0.50mg/mL TR EZHAB L= (FE
RAEETIE 1.0 mg/mL R, EHAIRE TIE 0.50 mg/mL R Z BRI 1
VIVATRII LT BR O HHEEE 10 pg/mL XTS5 pg/mL)
(2) ERTEARLTERR SERFFOEE REEEL
CPZyBRBREE I AF v 7&LE (50 mL)IZ 0.0100 g #FR Lz, Zhick
HREER (AAERF. BXSHREMETS, vy FES  K5E97) % 20mL
MZCHEML 0.50 mg/mL IEREFAM L7 (BEERKRIC 1 vVl LB K #
BE :5pg/mL) ,

5.5 (FHMME%
5.5.1 MR R

v gAY UNBEHEROREEMAE (L5178Y tk+/— -clone 3.7.2C)% A\ /=,

MERIE, M ITEIEAN EXEREBHEFT JCRBMAE NN 2725 201344 H 10 B
WAFEL, BREERFLEAEBIZCOWTESNICHROMERBEE ZER LT, HRIE
EThs (FIIREMEEREL 9~ 12 BRI OHE N, BRZ2RE BEE N 200x107° ¥,
BEEEFREVEICH T AMBEORZHICHER VR UBEY P~ 2T T X2
X AEBERENR) ZERHERINELDOE 30 MRUNCTRBICER L, EHREO
BB A ERERAR T3 MHMN, BRBRTOMNR, BETREALTERR T 11 H#R
Thot,

11
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5.5.2 fRak O RINER
FOECD Guidelines for Testing of Chemicals 490) IZFEARHER I TV DB D,

55.3 EEEH
REEH REHEEBZ V., COLBE 5%, BE 37°C, BBELHETT1~48TE
IR EE R 21T - 7,

56 SO mix RUERRDHAR

5.6.1 S9 mix

89 RUHHBER (S9/=2 77274 —CEy b, ry MEF : C151030081) ZEEL,
S9 mix ZFM Lic, FHEITAFICITo 7,

1) S9
Za¥ i : S9
&5t : V= NVERTERRSHT
ny &S : 15103008
&R : 20154210 A 30 H
&« R : 7 v h-SD %
i - : 7 Bl - HEME
FEWE : Tz ) RNV EFE—(PB)RNS,6- T TRV (BF)
55 : REEN B 5

BREHHR KRG E PB4 A E &5 30+60+60+60 (mg/kg (AE)
PB#5 3 A H BF#&&5 80 (mg/kg AHE)

f5E AR : 201644 A 29 H

REFIE : W (=70°C LATF)

RIEFEGET : WRFFERT EBEMERRE BEREZY 9
2) FHEEEER
‘ £ FR : a7y JH—C

MET : AV =2 VERTERSH

oy &S : C15102808

R H : 20154 10 H 28 B

REFIE : W (<70°C BATF)

fiE AR : 201644 A 27 B

(EER N : HEMER EEMEERRE BREZY) -9
3) S9 mix DAL (1 mL #)

7K : 0.7 mL

S9 : 0.3 mL

MgCl, : 5 pmol/mL

KCl : 33 pmol/mL

12
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Tha—2-6-V B

5 pmol/mL

BB =—aF T IRT7TF= VX7 b3S FU VB (NADP)
4 pymol/mL

HEPES #Z&#& (pH7.2)
4 umol/mL

56.2 BEER

JEML (56°C. 30 4y) L7-EM{E (HS)%Z. RPMI Medium 1640 (GIBCO™
Cat.No.11875)IZ 0, 10 BN 20 v/iv%e¥sil L7 5% (£ Fh RPMI-0, RPMI-10 &
O'RPMI-20 LREFE L7z, ) 2RV, ARZOBEBRIGERE LT,

1) Bk

7y hEF : 1671318

BL&E T : Life Technologies Corporation

156 F S R : 2019 4 6 A

RIFITIE : M (-20°C LAF)

RIFHERT : REATERT ERMERRE mEE
2) 2) RPMI Medium 1640

vy hES : 1713312

BE T : Life Technologies Corporation

15 SRR : 2016 £ 8 A

RFTIE : e

RIS : WIRATERT HEMEARE GRE

57 RER A&
BT TIC R LA T — VORI EH L 29,

1. BERTHR EREARE R TE L
RBEEL
R AL 1B 24 BRI AL

2LBETEARALERR P LB IE FERBIEML
REBESEL

5.7.1 A&

LIFDORFICHE, REBHEROLBEZAL LT~V THERZSEM OB 21T -

7=,

13
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H H A = #z R
ERFREAEE  ENABEELE -
W F EFRLOEE RBEEEL +
ERAEE 24 BRAE 24-
FePEXFFE#E (Negative Control) NC (2 RFIDF4E,. NC1, NC2)
SLEERE R E N BEENL 1, 2, 3--N
5 1 %t FE 2 (Positive Control) PC
B — BN TOHEII 1. 2, 3N

5.7.2 BAENEE

1) FAExREAR (BRRED)
RELORE D Ick B L, AERWEELAD L5178Y k7 -clone 3.7.2C i
~DOHMEEMEE <. TOECD Guidelines for Testing of Chemicals 490] 23 HE3E
THRERED 10 mM (1980 pg/mL) 76 OFR Tik, RSG 2% 10 ~ 20% % 7R
THEZEETAZENAELZ 20N, 22 C.RBLOFEESE L LT,
EKEHAEZ 100 pug/mL & L, BLTFAK2 THRLZ 5.00,2.50, 1.25, 0.625 L
0.313 ug/mL DFF6 AEEZRE LT, TNz TR REELZRIT T,
AEREARROKER, EFHAEETHEESEAZBICBW TS+ R MaEENFE
DONBRNoTZ END RS20MEEZHET A XKD o7, LR o T,
RIEEBRENPOERRBREZITOI L L LE, AERERR (BB <X, B&H
B% 50.0 ug/mL & L, AT 2 THR UK 25.0, 12.5 X1V 6.25 pg/mL D 4
AEZHRE L, JhCMA CrENBRE2RT T,

2) BIFREAEREAR
AERERABROBRBROMERICESIE, TOECD Guidelines for Testing of
Chemicals 4901 28%& L L TRSG 2 10 ~ 20% %2 R THAELZEBE L, Thic
Mz TRt BB, BEREZRIT T,

HLER 5 Ik H B (ug/mL)
- . FERBEMEL 2.63. 3.95, 5.93, 8.89. 13.3, 20.0 (&t 1.5)
R RLRE RBFEE 3.95. 5.93, 8.89. 13.3, 20.0, 30.0 (Akk1.5)
B AL 24 BF[EALER 2.42, 3.15, 4.10, 5.33, 6.92, 9.00 (&kk1.3)
5.7.3 EREHRER

BETFERERERROAEZBRETH EOOTHARE LTERLE, BETER
EREABROEBHEOREICAWVWZMEEDOE & LTI, relative suspension
growth (RSG)Z AWz, UTOEEMZ L EL THRABREBER. BERETIZBW T,
BEEAOBEZRAWVWC, BEMICERE L, 28, EHAERETERBAEEDOH
ENEEE T LEGEICERT S,

1) SERHOEEOIERBTEEL, REEECROCERLEEO O T MES R
HEOEBRDELBEREZRT -, FRBRITIARATF v I78OFa—TERIIT7 TR
oz v, ERERIER 1ERVE,

14
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2)  RBEFEHIC H B % RPMI-10 TH 1x10° cells/mL DA AE HRIC TR L -,

3) TR, ERELEZT o7,
nOE W £ B (nl) : \

FERBE L RBNEHEAL B
IR IERR (10° cells/mL) 6.0 6.0 6.0
RPMI-0 3.4 3.4
RPMI-10 13.8
S9 mix 0.5
150 mM KCI 0.5
BRI ST IR B 0.1 0.1 0.2

4) ARELIIBSIMAHEEEMET CTHOFERVERROAHAEZBEE LT,

5) ERELAEBETIE, BEROX Yy 72D, 37°C CIRMREREZ
ToTe, EEEAEIETIE, BEOF v v FIX¥EHE L L, 37°C, 5%CO, &HT
T4 HHEREREZITo T,

6) HEKTHEIZ, RIREIXBIAHEERBET CITHOoEE2HE LT,

7y NEWEF 1000 rpm TR S HHEELLE#Z, EFEEZREL, 1 10mL @ RPMI-0
Mz, MiazBE%, BEREL L,

8) LE¥E#FREL,RPMI-10 ZHEEMZMEREZHE L (MEKFEEZAVWDE
B, A BRI OV TEHEEZTV., B (UBEEAL TEHTERR) 2BEH L,
ZOBEOMMEE [EHx10* cells/mL] ) .

9) H/ONTMAREENDL, RPMI-10 THR L, BEKR A 2R LE, Z0L X,

, MIAERER OFEEED FIRIT 2x10° cells/mL. 50 mL & L7z,

10) O)CHAM L-EBIER A % 37°C, 5%CO, LB T CHELE,

11) #22~24 BFFEIRIC, FHIRBEZ RO (MRBERNEHSB LAV EZHEO/KBE
DFRFFH : ADAM-MC (NanoEn Tek, Inc.)DERHE) .

12) RPMI-10 Z AV THERIEER L7, 2D & &, MAREROCHEMED FRIT 2x10°
cells/mL., S50 mL & L7,

13) 12)2H# 22~24 BERIRIC, 1) & RRICHMIBREZ RO EROFFRGIE -
ADAM-MC (NanoEn Tek, Inc.)DFERH) .

14) 6.7.8 BX v, BHEMNBHEOCMEELZ 100%E LT, HRYWEWLEED relative
suspension growth (%RSG)% kKD 7=,

5.7.4 B FEARAEERAR

UToEEHEZMNELTI2RBRBER., BERETICBV T, BEEADOREEH
WC, EFEICER LT,

1)

L v o RENE L, FRAEITEE R R OB LEE O Z I R R
B, KBRMELAEBER OCBESRELZR T, BRIV IAF v I/IROTF 2 —7
FledrviAazAv, ERERTERENSEETII 2 E,. R ELERLOE
PERBETIZ1IEE L,

15




N-G103

2)
3)

4)
5)

6)
7)
8)
9)

SEEETEHRIC B A M % RPMI-10 T 1x10° cells/mL DI EIRIC TR LT,
TRICEY ., #HBRIBELEEZITo T,

N A W Es3 E (mL)
FERFE ML RETEMEL HE R AL
0 R v s R
(10° cells/mL) 6.0 6.0 6.0
RPMI-0 3.4 3.4
RPMI-10 14.8
S9 mix 0.5
150 mM KCI 0.5
BRI O 0.1 0.1 02
5Pt R VA IR ) ) )

WIRE 72 3B EBEME T CTHHOFER CERBROBHREBE LT,
EHERABE T, BROX Yy vy TENELHED, H37°C TIHMIREEEY
Tolz, BEHFELABETIX, BHEOXy v FITFFE L L, 37°C, 5%C0, £HT
T2 MBS EEZT o2,

BEEKRTHRIC, HIRTITHOFEZEE LT,

NEW &L (GRE : 1000 rpm, 543) L7z,
EEZEREL. N I10mL O RPMI-0 Z M2 THIAE 2 5E LRI BEELLE,
EEEZREL, RPMI-I0 2@ EMX CTHIBZBEE LRI, TR ENHREE %
BELE (MERFEBEZHAWVWDIEAE, 4B VWTEHELZITVL, FE (U%
EALTERHTRR) 2EHLE, ZOROMBEEEL [FZHx10* cells/mL] )

10) RPMI-20 Z AWT, MIAJEEE : 8cells/mL, ARE : 25mL (M BREDO X 50

11) 96 V=7 — M 1 (RMESREEDO A 2HK)IZ.% 0.2mL/vV = )V453 1 L7z (PEO),

mL) &2 X5 ICHREITo 1,

12) 96 V=) 7 L— bid 37°C, 5%CO,&MHFTT 4 HMEEL, 20an=—%

BT VOEETRE LT,

13) RPMI-10 2 WVWT, HOBEEEZMHREE L, Z0&x, HREEEAVREED

EBBIZ 2x10° cells/mL, 50 mL & L7,

14) 13) 158 22~24 BFEIZ, 6. 7.3 1)L RBCEMBRBELZ KD (BROER

5 : ADAM-MC (NanoEn Tek, Inc.)DFE R E) ,

15) 13) & RRICHEREE R 21T o T2,
16) 15) 5 22~24 BFEf#LIC, 6.7.3 1) EAFICEMIERELZRD = (BROERTF

1% : ADAM-MC (NanoEn Tek, Inc.)DERE) ,

17) RPMI-20 % AT, #RRyEE . 1x10* cells/mL. FEE : 50 mL (FRMEXTRED

7 100 mL) #FWE L7- (GHRRERK A) .

18) RPMI-20 # AW C, R HER A 2 MARRE : 8 cells/mL, FAME : 25mL (&

MEXREED A 50 mL) IR L7z GHEIREER B) .

19) EMEFRBEEB 2,96 V7 L— b 184 (BMESRED A 2 #) (2, % 0.2mL/
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U )V LT (PE2),

20) HIRRIEIR A OFEIRIC trifluorothymidine (TFT) % B KEE 6 ug/mL 225 X9
IR L7 (HERRYRER C)

21) MIBREER CEZ 96 v L— |k 24 (BMESREOS 44) 12, % 0.2 mL/
7 T)VAEE L T2 (MF),

22) 37°C, 5%CO, &HTFT T, PE2HAD 96 v L7 L—hid 12 BRIEEL, 2n=
— By VOKEEEL, MFAD 96 v V7L — I 12 BREEL, =
no—R2Eh v Aot an=—DKRE X FERELE,

©23) 6.7.8 IHIZHEVY, PEO, RSO, RSG. RTG, PE2, RS2, MF R U'%SC # & H L /=,

5.7.5 e R BR

BETRAZERBROBRICBVWT, UTOEBIZEYE LEholzicd, HRRR

BEM Lo T,

) HBRYWELBHEOTHAETCHEZ R T, #REOREIZE I BETEARALE
BEEOHEMBRD bR WEE,

2) WBRMELBEBEORGAEOATHEEZ RTHE,

5.7.6 O0=Z—DORESELHH
an=—ik, TROEEICHEW, ETREITHEL, KEITHENIZEKI DI
DVWTIRBEEZESR LT,
1) K&
Small colony : V= /LOERED 1/4 KD H O,
Large colony : VI )VOERD 1/4 L ED LD,
2) TEEE
Small colony : HEMNE S, WENIZ-ZD LTWDEH D,
Large colony : HEMNK L, WEP LV —I 2 b D,

5.7.7 HEBREROERTR
REERIUTOIIIZHE L TER L, TN TCTOEFHEIZIT Microsoft #:® Excel
2010 FE L, Excel CREINEHERICL - T, K OBRELTRLTIE
HL7,
plating efficiency (PE)
: Moo =—FEE (Wb s FERHE) , HEYD
BABEBEOMBREE 2RO D2 PEORVEGFEARAELR
HEERDODBZ-ODDPE2EZEH LT,
relative survival (RS)
MREEORE., R ELEFED PEO (PE2) & B
XTPREED PEO (PE2)E D TH D RSO (RS2)ZEH L

17
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7
relative suspension growth (RSG)
WRYELBEOMISHEER, LBKT 1 BEKD 2
ABOBELTR L, 70, KBRMELEFED RSG
LIEMEXIFREED RSG L DI (%RSG)EZEH LT,
relative total growth (RTG)
: RSG & RS2 DFE L LTHE LT,
mutant frequency (MF)
: RARERav=—DOHAR (RAREREE) . BRE
BEERDHHBO a0 =—RE (PE2)HZEL TKRD
7o
%SC : Small colony b 72 b T EEFRALERBEDEE,

5.7.8 HROEE
BELFEARAEZEARICB T 2RESRERIEE, 2 RIIOFBREZERICEHL, 20

THEERRMEE L,

1) PE (PE0 RO PE2)

AT PR ORICHE, NMEALU T 3HENUBEAL, PMMEELT 2 TF

~LT,

PE = ~ln(E¥/TW)

EW :apn=—%28FR20Woux/ilo

TW :RUxzik

N : 1.6 (Plating BF D 7 =L Y72 Y D EH ML)

2) RS (RSO X TFRS2)
INEREIMENELA L TEETET (%) LT,
WLERFEED PE x100

%RS = T
RS = XD PE

3) RSG R U'%RSG
MEREIMEZEBEEAL T, MERUT 2METRR L,
SLEREE D Daily cell growth (Day 1) x Daily cell growth (Day 2)
F& 1 b BRBE 0 Daily cell growth (Day 1) x Daily cell growth (Day 2)

RSG =

Daily cell growth i 1 H 37 0 OREfaEFHEE,
BB THO 1 ABRED 2 BRISKRD T,

Daily cell growth = B B OMREE/FAR L AR E

18
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ALEREE D RSG x100

%RSG = N
° RVER R EED RSG

4) RTG

MERBIMEZIBREALT, MMURHUT 2HETRF L,
RTG = RSG x %RS2

5) MF (T-MF, L-MF & ' S-MF)
TARERARKBFHMBE O o n =—FRE (PE)EZEZEE L CEHL, I EAEIE
MEEALT, MEAMT2HETERLEZ, 2B, MF X109 TERLE,
(1) T-MF (BB TFRALEEE)

_ _~In(EW/TW)
T-MF PE2 x N

EW :TW-(A+B+C) - an=—%2EFRWVW U T LD
TW oz
N : 2000 (Plating BF D 7 = /L % 7= ) O FHIHE AT %)

(2) L-MF (Large colony D& fx T RERERMEE)
_ _In(EW/TW)
L-MF= —pE2x N

EW :TW—(A+C) - ar=—%8ERVWU /LK
TW :#vxiik
N : 2000 (Plating BFD v =)L ¥ 7= 0 @ EHHIARE)

(3) S-MF (Small colony & fxF 2247 RAFEE)
—In(EW/TW)

§-MF = PE2 x N

EW :TW-B+C) - au=—%28FR\W Uy LD
W :#HRvzii
N : 2000 (Plating BF > 7 =)L % 7= ) O FEH MR EL)

- 6) %SC
MNEEREIMNEZNBREAL CTEBETERER (%) LT,

%SC = ——————S'I\T/I_I;Z;,OO

5.7.9 HBROHE RV FRNE K
HES TREEFRAZREE (T-MF) | OEZAVTTY., UTIREEZRT,

GEF L I3 E895EM 7 7 7 # — (Global Evaluation Factor) #/x L, =/ 710U =

19
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MEDOEAIT 126X10°% 2725,

RBELCTRAERHEE (T-MF) HE
(1) X < GEF+RIREENEBED T-MF 27784 et (=)

2) HHELRAEBEEELRONLRVWES
(1) X < GEF+[A et BB D T-MF ¥ 7214 GEF+E IR RE 0 BB ()
T-MF < X ZFR784
2) HHELRAERFESROLONLRVWES
(1) GEF+FIBEMNEREDC T-MF S X2~ THER 1 RAEBUEHBHE | B (+)
(2) REREHCENTIHEE
E1) XITHERNRERD T-MFE2ERT,
#2) MFEPE2EZEZEELEHLTCWAEZD, 0% UL0HERBEERABO LN HE
THEHERELNLEEEGE. BROBRIEERZET S,
7B, HEBTIIER Loz,

5.7.10 BRI B
UTERLENERZRIZLESEICBOVWT, RN EOBETRARLERFEMELZE

LM T&Embn & Lz,

) FERBTEELEOCRETEELLONT AN CTHBERERERELN TV RWED, 22
DEETRTCTREZERL TVDZ &,

2) FHMEFEELAEEN4ABUETHD L,

3) FEMEXFRREEICEIT D T-MF 2 Duplicate culture Bl CRIZETH YV . 2N EN50~170
x10°CThHharz L,

4) FEMEXTEREEIZEIT D PEO ROV PE2 28 65~120%TH D Z &,

5) BEXTRBEECRIT S T-MF 25 200x10° BL k. 2 oMM RED 2 FL EE2RT
Z &,
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6. HBERRUEE

R % Table 1 ~ 2, Appendix 1-1~1-5 &% Appendix 2-1 ~ 2-2 {Z7R L7z,
AERERBRROCBEFREALEZONTHOLABIEIZRB W TH HBRIRORMICHES
BRBAFOELSLHEIEIRD b ol,

ﬂ@@& IOWTIE, HEFAEE CIIER LD 20%RSG iE 82 pg/mL EEE SNz
. JERFREIALERYE TIE 20%% TEID RSG O b ozl EhbEEHET,
%%ﬁg%SO@MLu@W&LTﬁﬁ%%ﬁoto%@ﬁ%\N%MGi%ﬁﬂﬁ
P L TIE 18 pg/mL, REHEMELTIE 28 pg/mL EEEShE, ThboERL Y,
TOECD Guidelines for Testing of Chemicals 490] #%&%& & LT, ERMAEEDIE
REEME(ETIZ 200 pg/mL 2 HEHES L LLTAK 1.5 THR L7 13.3.8.89,5.93,
3.95 X 2.63 pg/mL DFF 6 AE%L . RFHEHEATIE 30.0pg/mL Z2HEHEE L, 2L
TAK 1.5 THR LT 20.0,13.3,8.89.5.93 R 3.95 ug/mL Dt 6 AEZRE LTz,

BETFREALERROGER R ELEIHICR T 2RERETFEALEEE (T-MF)
. EREAEEOIERBIEMELT i?&%rﬁkﬁ’@@}im&(} T-MF O MM A 57z
ol REEELETRREEERFEEOREARBD O, LAl Z08EM
ILERRRR M A & GEF (WM& BIFE ~ 7 7 # —. Global Evaluation Factor) % &
HIEEBATOWRPoTOTEREESHE L, LrLaRs, SEORR TIIER
MBERBICLOIFERTHL12D, SBRIIERMEBCLLIFMBISLELEZX LD,

WTENOAEBEICB W THRENRBICRITS 20 = —FREIZPEOLRUPE2 LD
2 65~120%F R LTI End, HERMBOD o = —ERERES TH o L kS
Niz, i, ERRAEECBOCRENBRICBITS T-MFiX 50 ~170x 10°Th
V. B BEICIIT D T-MF OEIX 200x10° L Bttt BEED 2 5l L2 R L
el e, MEBOBRELEREWE IS TO2EZHEITHEN TH L LHEran, TN
LORERNL, RBRIIEMICEBEBINZEZ LN,

2B, V79 AR 5 LT =L — O IL 75ug As/L T/ #ﬁﬂﬁmﬁﬁfott%ﬁﬂ%%
FTZERERENTWVS Y, Muta™ =W 2% VT in vivo BEFEAREERRIC
wfik$®%%ﬁﬁ%éﬂfwéﬁo_@@ b R{LEWIC owfigﬁwﬁmﬁ
HERBROBEIREI N TV AR, BEMEEZAVWERBR TR, MESEESE B
THRHET—HBBEELZTTIENALNTVEN, AEREROFREITRNEE X
BNTVWD, ARBRICBVWTHEMRHMEZRICL VKRB LEDAEERD S0, B
LTHRELREWY,

UEDRER»L, ZBAEZORIIARER (BERHLAE) KMETICBWTEEEER
HEEHE IRV LR LT,
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4)
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6)

EWMD in vitro BIEFREALRFREMEL, TOEYEBDOH OB EERY X7,
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AARETRXHS EELFMERES: EEMRETS F3iBs EEHEV
—X T T N—T fRE (2000) : BEEEERR Q&A. pp.48-61, YA TV T 4

A b, R’E

Robinson,W.D., Green, M.H.L., Cole, J. Healy, M.J.R., Garner, R.C. and Datehouse,
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Table 1 N-G103

Results of the mutation test in cultured mouse lymphoma cells treated with Arsenic (III) trioxide

[ Short-term treatment : -S9 mix ]

£

Survival assay Viability assay Mutation assay

Treatment z.md Plating Relative ¥ Plating Relative ® Rela?ive Relative Mutant frequency (X 10'6) )

Concentration . K . . survival total %SC
(ug/mpy | cfficiency | survival | efficiency | survival growth growth L-MF S-MF T-MF
(PE0) (RSO : %) (PE2) (RS2 : %) (RSG, %RSG) | (RTG : %)

0 -1 1.12 100 1.00 100 1.00 (100.00) 100.00 42.25 25.47 70.02 36
NC -2 0.80 100 0.91 100 1.00 (100.00) 100.00 43.30 44.85 91.98 49
average 0.96 100 0.95 100 1.00 (100.00) 100.00 42.77 35.16 81.00 43
2.63 1.05 109 1.01 106 1.00 (100.46) 106.90 40.17 10.40 51.46 20
2 3.95 0.84 87 0.89 94 0.96 (95.82) 89.93 23.83 55.12 81.47 68
g 5.93 0.98 102 1.08 114 0.86 (86.35) 98.19 17.16 34.99 53.53 65
3 8.89 0.98 102 0.98 103 0.60 (59.55) 61.36 3291 10.74 44.38 24
= 13.3 0.92 96 0.67 70 0.48 (48.49) 34.01 11.80 35.97 48.35 74
20.0 0.49 51 0.46 48 0.23 (23.31) 11.27 22.89 40.39 64.15 63
PC 0.95 99 0.67 73 0.51 (50.98) 37.04 146.01 189.95 371.08 51

NC: Negative Control (water for injection) , PC: Positive Control (methylmethanesulfonate ; 10 pg/mL)
a) These values showed as a relative survival against the negative control value.
b) These values are ratios of the mutant frequency that brings small colony.

All calculations were carried out using Excel 2010
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Table 2 N-G103
Results of the mutation test in cultured mouse lymphoma cells treated with Arsenic (III) trioxide

[ Short-term treatment : +S9 mix ]

Survival assay Viability assay Mutation assay

Treatment z?nd Plating Relative ® Plating Relative ® Rela.tive Relative Mutant frequency (x 10'6) )

Concentration i . . . survival total %SC
(ug/mp) | cfficiency | survival | efficiency | survival growth gowth | LMF | SMF | T-MF
(PEO) (RS0 : %) (PED) |(RS2: %) (RSG, %RSG) | (RTG : %)

0 -1 1.23 100 1.00 100 1.00 (100.00) 100.00 50.85 29.61 83.73 35
NC -2 1.00 100 0.84 100 1.00 (100.00) 100.00 33.44 50.05 86.52 58
average 1.11 100 0.92 100 1.00 (100.00) 100.00 42.15 39.83 85.12 47
3.95 0.77 69 0.95 103 1.02 (101.70) 105.17 33.97 11.08 45.80 70
K 5.93 0.87 78 0.92 100 0.80 (79.65) 79.84 17.24 44,17 62.90 49
13 8.89 0.98 88 0.89 97 0.98 (98.19) 95.46 48.72 51.91 105.59 49
g 133 0.95 85 0.92 100 0.88 (87.91) 88.13 29.04 29.04 59.73 49
= 20.0 0.58 52 1.05 114 0.30 (30.37) 34.59 41.58 114.80 168.33 68
30.0 0.11 10 0.33 35 0.08 (8.32) 2.95 16.07 177.76 195.81 91
PC 0.03 3 0.31 34 0.25 (24.65) 8.45 279.56 841.60 1275.08 66

NC: Negative Control (water for injection) , PC: Positive Control (cyclophosphamide ; 5 pg/mL)
a) These values showed as a relative survival against the negative control value.
b) These values are ratios of the mutant frequency that brings small colony.

All calculations were carried out using Excel 2010




Appendix 1-1

N-G103

Results from the survival assay of the dose range finding test in cultured mouse lymphoma cells treated
with Arsenic (III) trioxide

[Short-term treatment: -S9 mix]

RSG & %RSG
Treatment and RelatiYe Observation *
Concentration sus;raj‘r;st;lon %RSG Y Color of Precipitates/Crystals ©
(kg/mL) %RSG) medium © 1) 2)
0(NO) 1.00 100.00 - - -
3.13 0.85 85.38 - - -
o | 625 0.74 74.08 . - )
é 12.5 0.76 75.79 - i .
*%‘ 25.0 0.04 64.01 - - -
= 50.0 0.63 63.38 - - -
100 0.40 39.59 - - -

NC : Negative Control (water for injection)

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

b) These values showed as a relative survival ratio against the negative control value.
¢) Color of medium was observed immediately after addition of the test suspensions. Precipitates/crystals were

observed V immediately after addition of the test suspensions and ? at the end of treatment.

d -

: No changes of color

€) - :Absence of precipitates/crystals

25

All calculations were carried out using Excel 2010




Appendix 1-2

N-G103

Results from the survival assay of the dose range finding test in cultured mouse lymphoma cells treated
with Arsenic (III) trioxide

[Short-term treatment: +S9 mix]

RSG & %RSG
Treatment and Relati\'/e Observation *
Concentration sus;r)s‘r;illlon %RSG ?? Color of Precipitates/Crystals @
(ng/mL) ?RSG) medium ¢ 1) 2)
0 (NO) 1.00 100.00 - - -
3.13 0.99 99.13 - - -
o 6.25 0.84 83.53 - - -
g 12.5 1.09 109.46 - ] ;
7 |__250 1.01 101.48 - - -
B 50.0 0.85 84.51 - } _
100 0.61 61.23 - - -

NC : Negative Control (water for injection)

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

b) These values showed as a relative survival ratio against the negative control value.
¢) Color of medium was observed immediately after addition of the test suspensions. Precipitates/crystals were

observed ¥ immediately after addition of the test suspensions and ? at the end of treatment.

d) - :No changes of color

e) - :Absence of precipitates/crystals

26

All calculations were carried out using Excel 2010




Appendix 1-3

N-G103

Results from the survival assay of the dose range finding test in cultured mouse lymphoma celis treated
with Arsenic (III) trioxide

[Continuous treatment: 24 hr]

RSG & %RSG
Treatment and RelatiYe o Observation ©
Concentration suspens/on #RSG Color of Precipitates/Crystals ©
growth a)b) oloro P ry
(pg/mL) (RSG) medium ¢ 1) 2)
0 (NC) 1.00 100.00 - ] )
3.13 0.92 92.30 - ] -
o 6.25 0.99 99.41 - . R
§ 12.5 1.02 102.12 ] . ;
7 25.0 0.84 84.45 - . ]
a 50.0 0.50 49.77 - - _
100 0.03 2.58 - . ]

NC : Negative Control (water for injection)

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

b) These values showed as a relative survival ratio against the negative control value.
¢) Color of medium was observed immediately after addition of the test suspensions. Precipitates/crystals were

observed V immediately after addition of the test suspensions and % at the end of treatment.

d) - :No changes of color

e) - :Absence of precipitates/crystals

27

All calculations were carried out using Excel 2010




Appendix 1-4 N-G103

Results from the survival assay of the dose range finding test (retest) in cultured mouse lymphoma cells
treated with Arsenic (III) trioxide

[Short-term treatment: -S9 mix]

RSG & %RSG

Tréatment and RelatiYe Observation *
Concentration susi):‘r:;lon %RSG?? Color of Precipitates/Crystals ©

(hg/mL) f(%RSG) medium ¢ D 2)

0(NC) 1.00 100.00 - - -
2 6.25 0.62 61.66 ] N n
g 12.5 0.34 33.77 - + +
% 25.0 0.04 3.75 i n +
= 50.0 0.01 0.62 - + +

NC : Negative Control (water for injection)

a) The plate in the negative control group was regarded as a 100% growth.
b) These values showed as a relative survival ratio against the negative control value.
c) Color of medium was observed immediately after addition of the test suspensions. Precipitates/crystals were
observed V immediately after addition of the test suspensions and ? at the end of treatment.
d) - :No changes of color
e) - :Absence of precipitates/crystals
+ : Presence of precipitates/crystals

All calculations were carried out using Excel 2010
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Appendix 1-5 N-G103

Results from the survival assay of the dose range finding test (retest) in cultured mouse lymphoma cells
treated with Arsenic (III) trioxide

[Short-term treatment: +S9 mix]

RSG & %RSG
> —
Treatment and Relatn./e Observation
. suspension %RSG — >
Concentration Color of Precipitates/Crystals
(ug/mL) growth a)b) . g
HE (RSG) medium 1) 2)
0 (NC) 1.00 100.00 - - -
o 6.25 1.64 163.85 - + +
.é 12.5 0.82 82.20 - + +
2 25.0 0.22 22.40 - + +
= 50.0 0.01 0.57 - + +

NC : Negative Control (water for injection)

a) The plate in the negative control group was regarded as a 100% growth.
b) These values showed as a relative survival ratio against the negative control value.
¢) Color of medium was observed immediately after addition of the test suspensions. Precipitates/crystals were

observed immediately after addition of the test suspensions and ?) at the end of treatment.

d) - :No changes of color
e) - :Absence of precipitates/crystals
+ : Presence of precipitates/crystals

All calculations were carried out using Excel 2010
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Appendix 2-1 N-G103
Results of the mutation test in cultured mouse lymphoma cells treated with Arsenic (II) trioxide (Individual Data)

[ Short-term treatment : -S9 mix ]

Treatment and Observation :“) __ Survival assay Viability assay Mutation assay .
Concentration Color of? Precipitates Wells Number of Wells Number of Wells Number of colonics
(pg/mL) medium 1) 2) observed | colonies observed | colonies observed Large Small L anq S
colony colony colonies
~el o -1 - - - 192 160 192 153 384 31 19 0
-2 - - - 192 139 192 147 384 29 30 0
2.63 - - - 96 78 96 77 192 15 4 0
2 3.95 - - - 96 71 96 73 192 8 18 0
g 5.93 - - - 96 76 96 79 192 7 14 0
b 8.89 - - - 96 76 96 76 192 12 4 0
= 13.3 - - - 96 74 96 63 192 3 9 0
20.0 - - - 96 52 96 50 192 4 7 0
PC - - - 96 96 96 96 192 0 0 0

NC: Negative Control (water for injection) , PC: Positive Control (methylmethanesulfonate ; 10 pg/mL)

a) Color of medium was observed immediately after addition of the test extract suspensions. Precipitates were observed “ immediately after addition of the test extract suspensions

and 2 at the end of treatment.
b) - : Nochange of color

c) - : Absence of precipitates
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Appendix 2-2 N-G103
Results of the mutation test in cultured mouse lymphoma cells treated with Arsenic (III) trioxide (Individual Data)

[ Short-term treatment : +S9 mix |

Treatment and Observation fa) ' _ Survival assay Viability assay Mutation assay .
Concentration Color of ¥ Precipitates Wells Number of Wells Number of Wells Number of colonies
(ng/mL) medium 1) 2) observed | colonies | observed | colonies | observed Large Small L and, S
colony colony colonies
xel o -1 - - - 192 165 192 153 384 37 22 0
-2 - - - 192 153 192 142 384 21 31 0
3.95 - - - 96 68 96 75 192 12 4 0
’5)6‘ 593 - - - 96 72 96 74 192 6 15 0
g 8.89 - - - 96 76 96 73 192 16 17 0
g 13.3 - - - 96 75 96 74 192 10 10 0
= 20.0 - - - 96 58 96 78 192 16 41 0
30.0 - - - 96 16 96 39 192 2 21 0
PC - - - 96 5 96 38 192 27 75 4

NC: Negative Control (water for injection), PC: Positive Control (cyclophosphamide ; 5 pg/mL)

a) Color of medium was observed immediately after addition of the test extract suspensions. Precipitates were observed " immediately after addition of the test extract suspensions

and ? at the end of treatment.
b) - : No change of color

c) - : Absence of precipitates
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