EEFBREAEAREGNE
LEME ) RVAREE

tEPF Y RIEHEEZOERMNYT—23 Y
BT A8 R
TER18EFEE  #BiF - HEREE
FEMEE KXERIE
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JE A BB B4 (LB ) A )
WRmEE

OECD/EDTA validation management J&&i&DFREE,
BUOASWHILEALEMERBRIEONIT —ay

SSERFIEE N B EEEBIER Moy /A7y h

WrREE
KR TIL. (LW E oW WD < ELME in vitro RERIED 5 B, {TBEIHE AEDR
WEIShARBEEL LT, BRB/ETHEEIN Hela filaz X—A L= X b
BV ERE(ER QICHT B LVR—F—T v A RBERS L UOBCKTRE
AN Lumi-cell IEIZ DWW CECKOFEMB LB O L BN RN F—a
EfL. TOZYUEORFEZIT> TV, ‘

AEE T Hela A% N— 2 L LIEZER @ iZHT B LFR—F—7 A REGR
HEEITOWVWTIEL, CHETR T AR N vEADOENAV T —2 3 VT
L. OECD. EDTA @ T4k Td 5 OECD-VMG non—animal IZFVT, £ DRLR
2ELOEBEEOER L, BIE. OECD ZRBWTIARY F—v 3 VOEMFEIC
IAEZHEIMREREINTVS, &56IC, OECD IZBIT 2FHERRZHF - T,
L9 FTUATZANT wEADONYF—a rEEMTRL, a2 ha—1fE
AT THREOLAPITONTT ¥ T2 M7 A 2R ELROTEMESR
(EREMEIC BT A ERBT — % OBmBE{To72, —7F. Lumi-cell IBIZDWTIE, KE
@ ICCVAM & EU ® ECVAM & DR L ENY F—va VERO-OIC, EER
B EYEBRAREB L. 7o a2 — L OEE., WRWEOBIREKT L, =
o NYF— 3 VRBRIZES > TERS MR OBIRKEPER T HERD
BE DD, 2 b—MLAMIC L AERET — Y ORIEEZToTe. TORR, +
SR EBEE RT T —FRENTETH S LHETanZ &b, BRSMER
DWEERTHD, NVF—a VRABRBBOEHBEZKT L.

A. HFERER

WIE. N Wh < ELMEZ2 E i 7= 7 B BRI s
TP D E DL SEFEFF A RO T
WA, HBRERDILEDEOEIIBD TEHL £
NHDOEEMEFMITTELL EIZEELY, £2, Z1
SEEEOEME RVWAEEERBRIETHME TS
DIFEER DD Tl BEBEESHREER
DESY . B EALOELRETHY 2T
GEOLHERRERRDLN, ZDFIEDH
EKINTNB, FHRABRIEICOWVWT OECD TIEE
AT BMICA L, BEROREZHERT IO
R THINEEBRICTET AT, NVTF —
Tav HTEAZ T ANICEETAEEERERL T
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AN, ZLOBRBREZHEVEOATRETLION
RAE[geTHBL., OECD E#EEFH T NITF —3
VEITOZEL RS TR,

KBTI, ALEHEORNZ W <ELE
in vitro REBRIEDOY L, ITEHAIAE AERHEEEND
HEVELL T, BBETHEEIN Hela @2~
— LAY 2 E R/ E o (ER a)ITx 75
LR —F—T v ARBRIE (Hela 1) BLUEKAKT
B &417z Lumi-cell #5122V VTRR K DORF TR &
WAL, BB NYF —av a2 EBEL, T0#%
WP RETTHIEE BRELTND,

HeLa ¥E1X, EMEROME(HeLa cel)iZ, bh=
Zbha s 25 BERa B FRBI =AM VG

1 -




BRINEN T T2T7 —BREFELVR—F—LLT
FIIAF R LI R ERE R (HeLa-9903) Z
TV R—E— BT T e IETHD,

RIERX, BEEFBHERBIOREELEOFRE
BIZIV BB E O W E R (L)
ICBWTHENEDON TEELOTHY, ZNET
WWERNIBITATI= ATy AN F — a0 M3
BTLTWS, BREEZ, TTIERTLTWAAY
T —aFERIZ-OWT OECD., EDTA @ TERfE
T#H5 OECD—~VMG non-animal \ZfMT B st 5
ML, EOREEZELDHEEDERE, 6~7 B
{2 OECD—VMG non-animal @ secretary T
% Dr. Miriam Jacob & B ARICH VT o7, 208
C EEEZT, BE OECD ICBWTASBHOEME
BIUONYF — a0 EMFICLAE = E M
EINTWD, —F, BESEROBERT. 2N
FETTA=ARDF LR F —ar BNEBIN
TWRNWIER R IN, 2T, 4. OECD i
BIIATIA=ANT v AT A MEREE-
T, T BT =ANT w2 OWTRER AT —
DarRBREREMT X NEEO X ERLEST
5 17 B -estradiol IZ LAV HE—F —B{E T ERE
LD RERIBIEL LR A e S AER (7%
T=AMEHE)BERICOWT, OFRENS LD
17 B —estradiol DEREEEIZOVWT, @BEIZ ER 7
VEIT=mAMERAOHBRLTWS 4 BO{LFEWMES
AW BIEOBRMIZSWT, BICOBEICER 7Y
FZAZANTIXRWZEDHBAL TWA 2 DL 24
BELEOTXBTORBRILBEZITH, BIEZRD
FEHEIT OV TRET EIT o7,

Lumi—cell ER 7 v & A ¥ 1T . ¥
[E Xenobiotic Detection Systems Inc.(XDS#)iz kv
REINIFIET, e ERAMIEIIA Y 725
—EEEFEEAL, =R S bz bns oL
7 —EREDEEEN Y ToTF—EIEEICLY
BT 5, RIEZOWT, AUF —ar R8T
ERINTHWRWVWED, KFFEICBWTHRE
NICEATM BLUERM ECVAM &L [F TEEEAYF
—arkERT 5, REEL, T EENREE

ZELZHEB L. TIT=ARN, Ty FIT=ANZFNZE

NAT = —ZAPbipANIF —aryFaba— Lo
FETE. S IMEER DBIR ?&%%E@ﬁ%?ﬂ%%ﬁo
Too BBENCBITANITF —a REBREMMERE

LT S0 VAR —F—T oA ERRBOEE
IRLERRF R LT3, {LEFHF Gl HeLa s DB 5
FHELTRYVLELLRWEDHEREE ST, XDS #
CEINTHE—FENT At A EREL TS A
EEEEEROBEBELTREL:, Ll BHA
H TIX Lumi-cell ER 7y A0 EMRERID2
W, REEIIANIF —iar7=2—X18BO
ERITIL>T, BEHTAESHERTIREEOR
FOD, AV b= BB ORI EIZ LD ERERE
RER (T =—X0) 21{Tol, TORE., +472{E5F
HERTT —FRENARETHI L B SN =28
b, BERSIERELTHREZITW., NF—g
CRBERBOERBERT UL,

B. B FERBI UM ERE R

B1l. hER @ -Hela-9903 #ifja% v 7 ER o
antagonist M ROEFREMEE Y MIZEET5
L3inan

WgTiE
LRBRIER : ARBRIE, (RO L 9 E R 5 25
BRI BV TERLE,

2. B
2.1 HRILEWE
XHERA'E 17 B —estradiol (B2), BEIZ ER 7or&=
=AMEROHBAL TWS4BDILFEWE. ERT
YETZANTIIIRNWZESHBALTWS 2 DL
FWBEIZOWT, FOBRERERA LT Tablel iz
RLTE,
2.2 R

(hER ) ZEFE &R MBKEEZERLEERR

CEHIVAFL, EBRICERALE(HI2 &£ 4 A

-2

28

FH) o

2.3 REOHM

1) b ERROFAR
FLFEMEEFELLHE. 10 mM &R5X5
\Z Dimethyl sulfoxide (DMSO, FH54F22)%
MATHEMLUI, 10 mM IR L2 YE

-
e

PE DMSO IZT 1/10 HIRZ1TVS ImM 100 u M,

10 oM, TuM, 100 nM, 10 sM E ¥ 1nM &L7=,
LB ITHIREN 10 oM, 1 g M, 100 nM,
10nM, 1 nM, 100 pM, 10 pM BTN 1 pM &2 25

0




1= EMEM-10%FBS B2 Hlz @sinL7=,
2) EMEM-10%FBS £2
¥y REE (A — 27V MEM = AA) 4.7 g, 10% 1R

Bk E T M A(10 g—100 mL) 9 mL B TU3% L

T NEI(3 g—100 mL) 6 mL {2k Z2 M2 T
500 mL &L7z (EMEM EEERTHL) # | Dextran
coated charcoal(DCC)ALERL 7= 4512 M 5 (FBS)
56 mL Z 0% SEEE L7,

3) HMRRIERER

5x Cell Culture Lysis Reagent (CCLR., 7wt
BRE&4E) 10 mL T RIKZINZ 45mL &L7z,
4) Luciferase Assay Reagent (DFFHL

Luciferase Assay Substrate (7' ATEXESH)D
A#51T Luciferase Assay buffer 105 mL 2% &
BNz THEELE,

3. REFIE
3.1 BIFEFIE
LT OFIECfE>TRIEEIT 272,

MBEEZAEAER® %wel 7L —hioiEE
(104/well)

!

== k= okl

(% BE 10 o M1 g MI00 nM,10 nM,
1nM,100 pM,10 pM K T DMSO £ n=3)

LW EZTIMTS well OBEHLAITII xR
B2 B RRE

25 pM IZ72 B X5 FH M)

!

CO2 A2 F a—FNTHEEQ0~24 BEE)

1)

BH#oOBRER O PBS L8 H (100 L X2
[=])

l

BRI ORMAS uL/wel)

!

10 HEIEIETHE

l

N A= BRI RIE

EAE 50 upL/well

BIERE: EA 1 B ~5 #1000 msecX50
intewal)@%ﬁ%

3.2 Assay 7L —h LDV T LERT
LIF @ plate format 1296, (L3298 ORM%E
?——]“07‘:0

&1 k&% 2 &% 3 L&t 4

1 2 a - d b 6 7 8

©
=3

1 12

A 10pM

B IaM

C 100 nM

D 10aM
E 1nM
F 100 pM
G 10pM
H NC had jye
NC: Negative control (DMSO), PC: Positive contro) (25 pM E2)

[ SR N N N O
[ T S O T O O |
Pl e Epd
Porob byt
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orob Lot
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[ T U R S
Eroroborpfrgd

3.3 BEENE

1) MfaEMEORER

HREEMEIZ XD False positive RIGZEEIET A7~
O, arra— LA, Bt ERE 2 0xiny
P B ERETIEIIL Y T 2T — PR EA T
Dl Rk (Control #A2) 2RV TEEBREITHLE
WERERTONY 75— PiE%SPBELE,
LEMEZRMUR NG A OBEFEMICHLT
80%IZFE M T AEMEE TILZ2 M E R BE
DEMEIMET LR BB OLNHAITIX
EOREBICBITAT AN U EMREER
VMR B MRS (D False positive Rt &HIBT L7

o

2) HEEME B2 BEOEBELER
FHEXNRELOINBYE B2 OEFREIZL-
T ER 7Yy 2I=ARORTVUR—F —BIEFiE
EEHECOBREYDRIGEVWSELSZENEE
SN2 B2 OHFREDEBESMEE2HER
DIz ALFEYELREHIENT S B2 EBEY
FeIEEE 10 nM, 6 nM. 1 nM, 600 pM, 100 pM,
60 pM, 10 pM, 6 pM BTN 1 pM TELZHLEM
L. &B&REOBRFEIT-oT, BIE/LZHE I
b¥. 4-HYDROXYTAMOXIFEN % BV iz,

3) BERMEDORER

Table 112" 9 BEIZ ER 7o Z = = A MERDH| 87
LTW5 4 EERAWT, BERMEOREREERL
Teo BIFEIIMSI U= 28R 9 EIEM L 7=, By
B E2 BT, 25 pM I TEM L=,




4) BIER DT HEITAE
FRIAZV—= 0 TSN CRRICHREDHSD ER 7
L EI=AMERDHIBALTWS 3 B2 E
F N ER 7y HT = RN TIRRWZEASHBAL TV
52 O E (Table 1) ZAWTHEIERITV
X TCORRLEEBUTRAERDZ Y I
LML=,

4. FEROREN

FIRE X THELIVZH YR E O B E T &M
XMEXOEHETRL, EEFEMEIE=R
(Transcriptional activity) 3R, B BB D
BEEEMEERD 1/2 OEETIHREEELE
EREESNIERALEZYE DR E (1C50) &
Logistic LYK,

1) fpEEMEORER ‘
SEIEMELE 4WEIZOWTESEIDORERERE 10
uM~10 pM D& TiL. Control HEIZH 45
FRRFBMER RV SRR L 1-1),

2) XtFRME B2 BE O BB

B2 BEZKIEE 10 nM~1 pM OFFE TREL
TofE % Table 1-2 RO 1-2 |Z/RLT-, B2 &
EMMEL 2B N TRIE LM E D 1C50 fE A8
<2 BER N RSN z(Table 1-2), B2 BB
60 pM LA T DR B3 Tl BIE(LEHE D 1C50
EIXRELIED TWDH(Table 2), 1 pM (2725
BIELZESE D IC50 HERUF O EMBRIIE
Jpo T e(Table 1-2, E 1-2), ZhbiZ E2 B
FOISEHER 1-3)%EEE 5L 100 pM Ll kD
BEMTIX, B2 BHOISEMENEf L TWAE
BTHY, 1 pM IZ725L B2 BHDIREENITE
AERS BEDF AT I L v PRS- TL
FHDTHDIEEZLND,

PLEDZEND, B2 B B OISEMENBTILTES
TLREOFAFIv L OB NEE LS
5 60 pM~6 pM DOFFIZ B2 IBE DO EE{LE
FEREENDLOEHEIN, Thb 2 D04
HEEZEBLT,E2 BHOEEMBENIOEHIN
72 EC80 #H¥ @ 25 pM £ A L72(K 1-3),

~

3) FEHEOHER

B EEOFMICEL TX, b X2 ERSFE
LR 4572812 Loglo[ 1C50 (M) J-CEEML
Teo BHEINZ 9 B D Loglol IC50 (M) R
% Table 1-3 R OX 1-4 1R LT-, M6 4 BT
BWT, TNODOERERZE(SDIE, 0.15~0.27 &
720, EEIFHE(CVIL, 2.6~3.8%: BT EE
BEDI=(Table 3), FHEMIT, 1 BAERNT
Mean=2 X SD OEHFEHMNIZ A>TEV(Z 1-4), 2
XSD DEKRENR 0.53 THAIZLNED, SHEIOR
ROPHEE T 5L IC50 fEIL, Logl0[ 0.53 1=3.4
fE~1/3.4 fEDOHBEIZ 95.4% DFESL TA-TLD
LDEEZBND, 4T ONT, FNHDICH0
MIE, 10-6~10-10 M #HIZE->TEY
(Table 1-3), ZOFREIZB VT LR DO LA E A
TEAEEZLND,

4) BIEFRDOZY MEAR
FATAZ)—= 7 LSV CEEIC ER 7o 2= =Xk
YER DHBALTWS 3 O E ., ER TU¥F
TZARNTIEIROWIERHBAL TS 2 Bk
MBEEZROCTREZITV., TR TORE R LB
L7z(Table 4), =DHFEF, BRI TORE LA
BERTO/BRI—BLTRBY, KB ERIT
ER TUZT=AMNEHRIHRELTRY THS
EEZILND,

B2. N WhEAMBERIY) —=v 7
Lumi~cell ER 7o AD ) F — 5 3R ER
§71—X‘OZ

WrEE T ik '
LRI ARBIT, st BE B
SIHTATFERRIC B VWV T ERE L=,

2. REIEE

{LZM BV AT MEOEBEHANYF —a
BT A REITOICHITZD, MR EEL T, F
FEOEEB IOV TREZ{To7,
(1) Lumi-cell ER 7yeAEDT7a— R URED
i Siid ~
(2) Lumi-cell ER #IBRDITBH-EIZHUWT
(3) Lumi-cell ER DHEFEE EEIZ-DVNT

82




(4) Lumi-cell ER O#fa%c X5 ik
(5) Lumi-cell ER OEERINNYTF —I a0l
A (Pahse ) DEHTRERRER

3. FERBIURER -BE

(1) Lumi—cell ER 7Ty¥AiEO7n— R URED
gl
MEBREOERN AR Te—ROREIZOW
T XDS #EbiRfEEn =7 mha— izt TEE
BEITo7,

Lumi~cell ER 7TytEAEDT7o—

L) Fv—hMERETn—

Lumi-cell ER B/ HIIE% 553 75 A2(150cm2)N
CRPMI E2H(8%FBS, 1%~2= 'V /AR T h=A
o in RPMI1640) T CO2 A v F 2~_—&—(37°C)
FTCE#ETS, a7 MRS R T,
BREL., 112 & RL . DMEM 3 i
(5%Carbon Stripped FBS. 1%=J>/ZXb 7k
< A3, 2%L-gurutamine in DMEM) (20ml) &
W G418(T5 u DEFML, 1~2 HEEE TS, 2V
T NIRRT RBE T, 2.0 X 105 {E/well T
96 ReA/aFL—MNIEE, CO2 A Fai—
& —37°C)T—Hh, BIEET5,

2) T ANEMHDREE 72—

Wk, FREME LU [DMSO E#E ¢4
2 DMEM E5H5(400 u D& N2 FHEE L7, 1Z W
BWENZ DV THRRDBIEZITV., BHIRE K
BIPE LT (B2;17 B = AN UA — /LR EE . 0.02
~10ng/ml) , FARREEIEIT 2well(190 u 1/ wel)lZ 4y
1T, CO2 A2 FaX—F—NEBT7C)T 20~24 K
R, MR IR EE T B,

3) Ty AA=ANEWHDORE 0 —

WL, FHIREMIZL7-[DMSOIERC n D&
[17 B —estradiol; 5ng/mil(2 u DiZ DMEM £ #1(400
u D&% FRE LU, IEYEE R (Raloxifene)lZ- D\
THRBOBIEZITD, HREBERERAELL
(Raloxifene JBEE. 0.0098~2.5 g/ml) (2 u )&[17
B —estradiol ; 5ng/ml](2 u 1), #F & B & 1T
2well(190 p I/welDiZ 43, CO2 AV FaX—F—
PIB7°C)T 20~24 FFfE . MIIEIZIREE T D,

-5

23

4) BlEZ7a— A
BER, BHERVGRE AL T725—EBT v A
AT I(Promega FEEDIZIVFEIN NV T2
5 — IR (RS 5 HEE  RLU) A/ A—F
— (Centro LB960;Berthold #L#) TRIET S -
- ERABMIRE L, BO5NTZ RLU o v s/ Iy
VR (EEXHRRO RLU) 2 Z LIV TWD, [ 2-1
kRO BRETe— K’ 2-2. IZREOERMEY
o— & 2-3. | Lumi—cell ER 7Ty AiEDT7
—(BERE)zTT,

5) RIEDER

EERLUIME, BN CTRECTEIRESZEN
T B, EEERIT OV T, XDSHRIZ T, AR S
ORIEEFEHAL, £iZ DMSO ([ZBL Tix, XDS
HOF TEERAERITVWERLLLORERT
5o Tl WHAEBRORELR, Mamdk ., A—T—,
a—REED—EETT, ‘

(2) Lumi—cell ER #IfE D52 &2 DT
MR OBIEFEOFILIE, =y T
Wo T, 96 RNTVL—hD—BESNAUD wel (ZFT
36 ) OAKIC AT AR (IBES CO2 BE
) MO PAID well & R72D | HIRD B RAEDS
LY, NI well OEEIVIEWEEE H 5
ZEMRHY XD OEDER LD, ARPFZETHEH
9% Lumi-cell ER iD=y =7 = JMNERE
L7z,

1) FiE

3. 1 Lumi-cell ER 7y&AkD7a— K TR
DI || ZHE-> T, Lumi-cell ER AljaIL, ZE%
% E2(2.5ng/ml) &4 Well IZBREE(=2 7L —MIT
W, TEHED R EIT o7,

2) HHE. EE

Lumi-cell ER #RROAIEERIE B ZH 2-4.
RO 2-2. [Z2E B %[ 2-5. & 2-3. IZRT,
Lumi-cell ER M T, 7V - DHENE
(Rusifezase Light Units;RLU) ®4& well O %
FMjetLizBo&E451EB[ 0.85 — 1.05
(n=96), C.v=9.17%] . 2 [E H [ 0.80 —
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1.37,(n=96), C.V=5.76%1& b >&XiTd e, &
KD well EHMEL, PHRID well DIEHSEH RDL
1E B C.V=9.17%, 8.51%, 7.57%. 2 [ C.V=
5.76%, 5.44%, 5.77%EHFC oy V=T = JhD BB
IEDRRNEHIBTTED, Ty VT T2 I bH20ND
T, 96 RETO well ZERTHIENTEE, 7L
—NATVRNDEBRELE 2DND,

(3) Lumi-cell ER OEFEEEIZ-DWT
Lurm cell ER HIfAZ AT ARORIE (1

BN OWTUIENTHET S0 XDS ?ié:ﬁ%
f;ot@ﬁ%ﬁéﬁﬁbﬂ\é U7z 3o T, HEFE
W%T}E T AMNEMENHD, Lumi-cell ER il

54 . PRMIFHEEEZ # CHE L. DMEM FREE 55

ﬂﬁf“fl/“-}\?%@“é‘éf:‘&)\ PRMI FAZEEHEHIIZ X
A5 & O DMEM FREE IS HIlZ J A H5 3805 O 2
FERIC DWW THBEREZ TS,

1) Fik
[Lumi-cell ER 7yEAEDOT7n— R UREDE
B IZHE-> T, Lumi~cell ER#IfaZ 1 DDT7T Rz
CTar I NMREEICR -T2 O BRI R
WEVERL, ThE 8 % TL, VIR
o TOFKE, PRMI FHEEES Hi & Y DMEM FREEES#
D 2 FEEFEEFERA L, D%, CO2 1 FaX—
F— TR, 1 BEICHEEE mEREHE
BTHT TS,

2) BREUVELE
2-6. {Z RPMI FRE S M J AR S, X 2-7

|{Z DMEM FRE Bl C L A8 Sy, X 2-8. (28

FWTT7%RY, B 2-9. [CHEOBEERES R
3. BRZARFO MRS (@) Z21100% ] L LD
BEOMIREEZRT, HIRE LB THEELTWS
DT, 100%1Z72>7- A28, 8 {FITEFEL- B &7
3, fEARA O RPMI FRESS T, BEEE BAIEL
TEEHTHY, 5~6 BT I8 FRMBaL Tz
:tééﬁﬁv“éz&ﬁmsoto La>L, DMEM FH%&
Hid, BRETOBEOE M CHEES BT T
7 7/&@4&7&% BRIELTWATz ., BRI
FEFITIE, L72d3->T, DMEM FRZEERSHET 24
FEE LA ERERITE R B2V EBb i,

(4) Lumi-cell ER O#IfALEIC LD B

Lumi-cell ER 7> &4 TiE, #MEDOEIEMAI
(2.0 X 105cell/ml) BHME STV D, £ DHE
Jag N B AZ L TiEME (RLU < Fold induction
). EC50 DE WA 5h, MM ZEIEMALK
D2 FRV /2 FTOEED LB EHEE T D,

1) HiE
rLumi—ceu ER TyEAEOT7r— R UREOE
JHZHE- T, Lumi—cell ER #fREHE T, 1%
0)7°I/“— ICHIIRZ HERE T AR, 2 &, EIEM
fadk. 172 fEOMIICHREL, T =AMNEEK
VT FI=ANEHEOEERBERHL Iy
Ao BIZ 3 E#VIRY, BIEZR 2-10. R UK
2-11. \ZR TSV — AT IR TIT o7, EC50
o B W 2 % . GraphPad-Prism4.0
Window (GraphPad 4&) Z{EH L7,

for

2) BREUBLE

Lumi-cell ER #iaD 7T = ANEE R RT&2T
SAMNEHOMBEICLALEIZSOWTIE
. EC50 X UF Dose response curve THERRLTZ,
TA=ZANEHEORRE, & 2-3 BLUE 2-12,
2-13 T BT = ANEROREREFE 2-4 BI W
2-14, 2-15 |ZRT, T =ANEM R T %
A= AMNEMEB T EOMEES 1/2 F~2 T
AL THIEICE>T, ECH0 1T R&ERE{LITA
WS, ORI EDOEERESEIHE TER
BZEMB Fold Induciton (ZEWAH D729,
— 7V — N TOMAEOH — X ERERIC
IZSLETHD, 3 El#EVIRLT EC50 2R T,

B OEERER LN, MREOE(LIzXDIED
SEDOK/MNER, TT = AEM16.2% ~

 24.2%., T FA=AMNEN;18.3~21.4%& C.V.

84

1X. 30%LLF Céh -7, Phasel LV@EE(2.0X
105cell/mD) IZ =D T B = PN THDE DY
EENRDHD,

(5) Lumi~cell ER DEPREAINY T — a4l $
B 9E(Pahsel) D B B HERSAER

Lumi-cell ER O EBERI YT — a2 B § B
FWICERT T, BARBERXESHE BHF)OIART
@ Lumi-cell ER DERRHI YT —a B84 5




IZBlo 7= FiE I — R A TR TH
RIFERRZAIT o7,

1) 5

[Lumi-cell ER 7TyEAEOT72— R UIHEDE
B IPEo T, H2-16. ROE 2-17. 7L —h
VAT U RTIT o7z, IE¥ERIZ, XDS #CRRE R
BEERAL, TI=AMNEMROT T =AM E
PEOEEMG AR, ZhER0 BT 3 FEiDIE
4, EC50 M EH Iz, GraphPad-Prism4.0 for
Window (GraphPad %) 248 A L 7=,

2) BREROEZE
Lumi-cell ER fila0 7T =AMNEH R T 223
= AFEMHEIWZ O W T, ECS0 R
"X Dose response curve CHEFRL T,
T = A NEM

EC50 M (n=3) 1.17 X10-1IM C.V=30.9%.
BIEID(4) Lumi-cell ER O#MIEEIZ LD R
? EC50 DIEHI(n=3) 1.13X10-11M LiZiERI%
THDHMN, CV.=30%LL L TIES > ER K EVMEA
7Fot= (& 2-5), DMSODENKERLU)D 3o
BELIMZ 6N TR, BEICHBEITRWEEDbR
D RY T 47T arbhRr —
[Methoxychlor(323mg/mD]® Fold Induciton b,
8 6.9 (n=3)Th-o7= (X 2-18, 2-19),

Ex B2 BHOGEMENBFILTESY, BED
EATIvIL Y BIEVVECS0 F8Y D 25 pM &
L7z, BEIZ BR TV #I=AMERAOHIBPEL TV
4 BOEHEERW-RIECRBIT L
(CVIE, 2.6~3.8%LIEFITHRELIBERGIED
P, F2BEIZ BER TU T ARNTIRA2 WA ]
BALTWS 2 BOLEMELE D TIXERTORE
BLOLBER LM TORBELARNER TOR
RIE—HE U7, SEIORK RIS HelLa #lAT &
ART T ANEER B REL TOZEHMEN
FERTE, SBRIIINETICHERE AT —F%
BLICANYF s I EE R AR IER IZ D
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INTERNATIONAL ENDOCRINE DISRUPTOR STUDY MANAGEMENT TEAM

ECVAM

Dr. Susanne Bremer

Reproductive Toxicity and Cardiotoxicity
EC-Joint Research Centre, Ispra site

via E. Fermi 1

1-21020 Ispra (VA), Italy

Phone: +39 0332 785914

Fax: +39 0332 785336

Email: susanne.bremer(@jrc.it

Dr. Miriam Jacobs

Reproductive Toxicity and Endocrine Disruption
EC-Joint Research Centre, Ispra site

viaE. Fermi 1

1-21020 Ispra (VA), Italy

Phone: +39 0332 786512

Fax: +39 0332 785845

Email: miriam.jacobs@jrc.it

JACVAM

Dr. Haijime Kojima

National Institute of Health Sciences (NIHS)
Japanese Center for the Validation of Alternative Methods (JaCVAM)
Division of Pharmacology

Biological Safety Research Center

1-18-1 Kamiyouga,

Setagaya-ku, 158-5801, Tokyo

Phone: +81-3-3700-1141 (Ex.462)

Fax: +81-3-3700-9874

Email: h-kojima@nihs.go.jp

Dr. Jun Kanno

National Institute of Health Sciences (NIHS)

Japanese Center for the Validation of Alternative Methods (JaCVAM)
1-18-1 Kamiyouga,

Setagaya-ku, 158-5801, Tokyo

Phone: +81-3-3700-9639

Fax:

Email: kanno@nihs.go.jp

ICCVAM

William S. Stokes, DVM, DACLAM
Captain, U.S. Public Health Service
Chief Veterinary Officer, USPHS
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Director, National Toxicology Program Interagency Center

for the Evaluation of Alternative Toxicological Methods (NICEATM)
National Institute of Environmental Health Sciences, NIH, DHHS
Bldg. 4401, Room 3129, MD EC-14

79 T.W. Alexander Drive

Research Triangle Park , NC 27709

Phone: 919-541-7997

Fax: 919-541-0947

Email: stokes@niehs.nih.gov

Dr. Raymond Tice :

National Institute of Environmental Health Sciences
MD EC-17, P.O. Box 12233

Research Triangle Park, NC 27709

Phone: 919-541-4482

FAX: 919-541-0947

Email: tice@niehs.nih.gov

NICEATM Stafft:

Mr. Frank Deal

ILS, Inc./Contractor supporting the NTP Interagency Center for
the Evaluation of Alternative Toxicological Methods (NICEATM)
National Institute of Environmental Health Sciences

MD EC-17, P.O. Box 12233

Research Triangle Park, NC 27709

Phone: 919-316-4587

FAX: 919-541-0947

Email: dealf(@niehs.nih.gov

Ms. Patricia Ceger

ILS, Inc./Contractor supporting the NTP Interagency Center for
the Evaluation of Alternative Toxicological Methods (NICEATM)
National Institute of Environmental Health Sciences

MD EC-17, P.O. Box 12233

Research Triangle Park, NC 27709

Phone; 919-316-4556

Fax: 919-541-0947

E-Mail: cegerp@niehs.nih.gov

Central Test Substance Repository

Cynthia S. Smith, Ph.D.

Chemistry Resources Group Leader

National Institute of Environmental Health Sciences
MD EC-06, P.O. Box 12233

111 Alexander Drive

RTP, NC 27709
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Phone: 919-541-3473
Fax: 919-316-4670
Email: smith19@niehs.nih.gov
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10 October 2006

DRAFT INFORMATION FLOW FOR THE LUMICELL® INTERNATIONAL VALIDATION EFFORT'

STUDY MANAGEMENT TEAM

JaCVAM

ICCVAM

ECVAM

’ ’
Central Test
Substance Repository

4 4

NICEATM STAFF

Hiyoshi Corporation

XDS
(Lead Laboratory)

EU Laboratory

8golid lines indicate direct communication. Dotted lines indicate shipment of test substances. Dashed lines indicate indirect communication (e.g., CC’ed e-mails).

(To Be Determined)
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NICEATM Draft Proposed Distribution of Substances 16 Nov 2006
During Phased International ED Validation

1. SUBSTANCES FOR EACH PHASE OF THE VALIDATION OF
AGONIST PROTOCOLS

1.1 Phase I

~N A

17
18
19
20
21
22
23
24

Training and laboratory qualification/protocol refinement by testing reference
standards and controls

Establish historical database for standards and controls by conducting ten
independent experiments

Substance Name . CASRN
171 estradiol
(Reference Standard) >0-28-2
p.p -methoxychlor e
(Weak Positive Control) 72-43-5
Abbreviations: CASRN = Chemical
Abstracts Service Registry Number

Phase IIa

Four substances from ER minimum list tested independently three times in each
laboratory for égonism (12 total experiments)

Substances to be well-characterized for ER TA agonist activity (one strong
positive, one moderately positive, one weakly positive and one negative); having

no anticipated difficulties relating to solubility or cytotoxicity

ERTA
Substance Name CASRN Agonist
‘ I Activity’
Dijethylstilbestrol” 56-53-1 At
Bisphenol B* 77-40-7 A
Bisphenol A 80-05-7 +
Corticosterone” 50-22-6 -

Abbreviations: CASRN = Chemical Abstracts Service Registry Number

'+++ Indicates that the substance was strongly active (HCs value was <0.001 M),
++ indicates that the substance was moderately active (ECsp value was between
0.001 and 0.1 M), + indicates that the substance was weakly active (ECs; value
was >0.1 M), or a positive response was reported without an EC50 value. The

ECs is the effective concentration that causes half-maximal activation of the receptor.
*Tested for agonism during LUMI-CELL protocol standardization.




25

26
27
28
29

NICEATM Draft Proposed Distribution of Substances

During Phased International ED Validation

1.3

Phase IIb

Eight substances from ER minimum list tested independently three times in each

laboratory for agonism (24 total experiments)

Substances to be well-characterized for ER TA agonist activity (a mix of strong

positive, moderately positive, weakly positive and negative); with some

anticipated difficulties relating to solubility or cytotoxicity

16 Nov 2006

. ERTA Anticipated
Substance Name CASRN . Agonist Difficulty
Activity'
17-a ethinyl estradiol** 57-63-6 -
Butylbenzy! phthalate 85-68-7 ++
p-n-nonylphenol 104-40-5 +
Cytotoxic, can
0.p-DDT** 78902-6 |  + potentially “stick™
to plastic tissue
cultureware
Flavone” 525-82-6 +
Genistein® 446-72-0 + Relatively insoluble
Atrazine” 1912-24-9 - Cytotoxic
Vinclozolin® 50471-44-8 -

Abbreviations: CASRN = Chemical Abstracts Service Registry Number

4+++ Indicates that the substance was strongly active (ECsp value was <0.001 M),
++ indicates that the substance was moderately active (ECs, value was between
0.001 and 0.1 M), + indicates that the substance was weakly active (ECs, value
was>0.1 M), or a positive response was reported without an EC50 value. The

ECy is the effective concentration that causes half-maximal activation of the receptor.
“Tested for agonism during LUMI-CELL protocol standardization.

*Included on the ECVAM Provisional Chemicals Selection List
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NICEATM Draft Proposed Distribution of Substances

During Phased International ED Validation

1.4

Phase 111

16 Nov 2006

* Remaining 41 substances from ER minimum list tested once in each laboratory

for agonism (41 total experiments)

, ERTA
Substance Name CASRN Agonist
Activity'
Apigenin 520-36-5 +4+
17-a estradiol 57-91-0 A+
17-B estradiol? 50-28-2 +++
Estrone 53-16-7 +++
meso-hexestrol” 84-16-2 +++
Coumestrol 479-13-0 ++
Sa-dihydrotestosterone 521-18-6 ++
Methy] testosterone 58-18-4 ++
Resveratrol 501-36-0 ++
4-cumylphenol 599-64-4 +
Daidzein 486-66-8 +
p.p’-DDE 72-55-9 +
Dexamethasone” 50-02-2 +
Dicofol 115-32-2 +
4-hydroxytamoxifen® 68047-06-3 +
Kaempferol 520-18-3 +
Kepone 143-50-0 +
p.p -methoxychior 72-43-5 +
4-tert-octy lphenol2 140-66-9 +
Di-n-butyl phthalate” 84-74-2 +
2.4,5-
trichlorophenoxyacetic 93-76-5 +
acid
Diethylhexyl phthalate 117-81-7 +
Progesterone” 57-83-0. +
Tamoxifen 10540-29-1 +
Testosterone” 58-22-0 +
4-androstenedione 63-05-8 -
Dibenzo[a.h]anthracene 53-70-3 -
Flyoranthene 206-44-0 -
Phenobarbital 50-06-6 -
Raloxifene HCI® 82640-04-8 -
Clomiphene citrate 50-41-9 PP
Norethynodrel® 68-23-5 PP
Ethyl paraben 120-47-8 PP
Actinomycin D 50-76-0 PN
2-sec-butylphenol 89-72-5 PN
Hydroxyflutamide 52806-53-8 |. PN
Morin 480-16-0 PN
Phenolphthalin 81-90-3 PN
3
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52
53
54

NICEATM Draft Proposed Distribution of Substances

16 Nov 2006
During Phased International ED Validation

A ‘ ERTA

Substance Name CASRN Agonist

. ’ : - | Activity!
Propylthiouracil 51-52-5 PN
Sodium azide 26628-22-8 PN
12-0-
Tetradecanoylphorbol- 16561-29-8 PN
13-acetate

Abbreviations: CASRN = Chemical Abstracts Service Registry Number

'+++ Indicates that the substance was strongly active (ECs; value was <0.001 M),
++ indicates that the substance was moderately active (KCs, value was between
0.001 and 0.1 M), + indicates that the substance was weakly active (ECsp value
was >0.1 M), or a positive response was reported without an EC50 value. The

1.5

ECsy is the effective concentration that causes half-maximal activation of the receptor;
PP = Presumed Positive; PN — Presumed Negative

*Included on the ECVAM Provisional Chemicals Selection List

Phase IV

Testing of remaining 25 substances from ER list for agonism tested once in one

laboratory (may be divided between participating laboratories) (25 total

237

experiments)

SubstanceName | CASRN . | Activity®
Fenarimol 60168-88-9 +
19-nortestosterone 434-22-0 +
Cyproterone acetate 427-51-0 -
Fluoxymestrone 76-43-7 -
Flutamide® 13311-84-7" -
Linuron® 330-55-2 -
Mifepristone® 84371-65-3 -
Procymidone 32809-16-8 -
17f-trenbolone 10161-33-8 -
Ammonium perchlorate 7790-98-9 PN
Apomorphine 58-00-4 PN
Bicalutamide 90357-06-5 PN

| Chrysin 480-40-0 PN
Cycloheximide 66-81-9 PN
Finasteride 98319-26-7 PN
Haloperidol 52-86-8 PN
4-hydrox <
androsterfc;dione3 566-48-3 PN
Ketoconazole 65277-42-1 PN
Medroxyprogesterone 71-58-9 PN
acetate
Nilutamide 63612-50-0 PN

4






