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! « BR
i — Room temp > <10C
|

Peripheral blood was also analyzed

Acrylamide: Neutral diffusion showed slight effects in liver
Histopathology showed no effect in acrylamide, 2,4-dat some
effects in liver

EMS exptl-2 high response, similar room temp and <10C in liver,
& stomach, and peripheral blood

21
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+ HLS

— All chemicals showed dose-dependent increase in liver and
stomach (2-3 fold increase)
— These results were reproducible based on the repeat experiment

— The positive increase were observed in BM, kidney (strong), and
colon (only on comp 7 and 8)

— Histopathology: acrylamide showed increase Ml in liver, however
no hedgehog

— 2,6, showed no change

— 2,4 increased apoptosis and single cell necrosis, and
hypertrophy in liver

— No effect in the neutral diffusion in liver and stomach

22
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March 13, 2008/Day 2/In vivo comet 8

Hatano presentation
Histogram showed pooled data

Acrylamide showed positive response in only the low dose in
stomach but negative in liver

2,4 and 2,6 showed negative

Histopathology showed no response on acrylamide/stomach,
which was positive in comet

* Anpyo presentation

- 2,6 negative
- 2,4: deviation from the standard protocol that might be important

+ 1sttreatment14:30 as same as standard but not EMS (no treatment)
and next day 11:30 and 21 h later (8:30 on the next morning).
Stomach was full at 8:30 and less effective for the treatment.

— Acrylamide was positive in liver and stomach
— No histopathological effect

23
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Treatment time at each laboratory

BR: single treatment for EMS 3 h prior to kill animal
— 9 and 6-7 am (not always fixed time; early morning)
Merck: single

- 9am

HLS: single

- 8-9am

Hatano: double treatments

- 14:30 and 11:30

Anpyo: double treatments
- 14:30 and 11:30

24
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March 13, 2008/Day 2/In vivo comet 10

« Three groups, i.e., VMT, statistician, participants, had
isolated meetings after lunch
« VMT discussed the further validation study strategy
— After consultation with Ray and Len for the VMT proposal before
showing to participants
» Laboratory sub-group (Dr. Brian)
— Animal fasting: no
— Electrophoresis: temp, voltage constant, etc.
— Electrophoresis time: some variation; control tail length

— Control % tail: consistent among animals, among experiments,
among laboratories

- pH: all >13
- Vehicle: OK
— Dose of positive control: OK

25
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« Laboratory sub-group (Brian)
— Animal fasting: no
— Electrophoresis: temp,
— Voltage: 0.7-1 volt/cm 22-36 cm box
— mAmps: approx 300, constant among labs
— Electrophoresis time: some variation; control tail length

— Control % tail: consistent among animals, among experiments,
among laboratories

- pH: all >13

— Vehicle: OK

— Dose of positive control: OK

— Tissue to cells: 3-60 min

— Cells on slide: 3min to 2h

— Lysing: overnight in dark cold

— Estimation of cell number on slide: no count or estimate

26
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March 13, 2008/Day 2/In vivo comet 12

+ Laboratory sub-group (Brian)
— Magnification and cell density: 200X 3-15 cells/field
- How stable negative control data: quite many historical negative
controls (send data to Dr. Omori for further analysis)
-~ The range of positive control was so bad compare to the other
assay?

27
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« Statistician sub-group (Takashi)
-~ Positive control: should be “clear” positive, for example:
+ Criteria EMS/VC >2, 3, or 5, or (VC: vehicle control)
+ EMS-VC >10, 15, or 20%
» Lab provide negative control values
- If protocol will be revised, this should be describe clearly
+ Decision criteria (positive and negative judgment)
— Should be made by VMT and laboratories
— The criteria should be decided by the next study
— Valiance of EMS is less important and the ratio/difference
between EMS and VC is more important
» 24/30 called negative by toxicologist's intuition
— 7/15 liver, called positive by trend test
- 6/15 stomach positive

28
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« Statistician sub-group (Dr. Omori)
— Further validation study

— To examine whether the finalized protocol will work or not,
conducting the study by these 5 lab. Is one of ways before a
large laboratory study.

— All 5 leading laboratories necessary for all compounds? One
chemical per 3 laboratories?

29
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To be discussed

Cytotoxicity: neutral diffusion, histopathology
Number of slide/animal (2-3)

Number of animals/group (power calculation: criteria of
positive and negative)

How to analyze slides (both for in vitro and in vivo)
Publication of this validation study (Uno-san will draft the
paper)

30
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March 14, 2008/Day 3/Summary 1

+ This section was leaded by Dr. Y. Uno

« Dr. Uno explained the outcomes from the VMT meeting
briefly including the future plan and phase 3 and 4
validation activities.

» Consensus: We will use only % DNA in tail. Neither the
tail length nor Olive tail moment give additional
information to the overall evaluation comet assay

« Dr. Uno also explained the acceptance criteria that
proposed from VMT and also statistician

— Acceptable valiance within laboratory is <100 and <15% DNA of
tail in the negative control (VMT)

— Positive control shows ‘clear’ positive: 2, 3, or 5 fold increase to
the negative control/Effect (EMS-negative control) > 10, 15, 20%
of DNA of tail

3
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— Dr. Lovel claimed the suggestion from the VMT is not
understandable. Needs practical decision should be considered

— The suggestion from VMT is too strict and it will be happened
several times to reject experiments

— Dr. Hayashi emphasize the quality control of the comet assay by
the acceptable level of negative control should be less than 15 %
DNA in tail and for the valiance within laboratory of positive
control (EMS 200 mg/kg) should be 100 (3 sigma)

— The advice by statistician should take into consideration
— There are some misunderstanding of VMT proposal to the
statisticians. The CV may be better parameter for this purpose.
« The matter should be discussed again among all
members (including Ray and Len) of VMT to finalize

32
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+ Practical plan for the in vivo comet validation study
— The name of the validation study
« “1st phase validation study” instead of “1s! pre-validation study”
« “2nd phase validation study” instead of 2" pre-validation study”
= *3 phase validation study” instead of “Main validation study”

+ Check all data by the laboratory and report to Dr. Omori

« Laboratory precise protocol and final report submit to Dr.
Uno

» Minor revision on the standard protocol, ver. 12
— Supplier of low-melting agarose
— Tissue sampling time: 3 h after 2"¢ administration

— Slide dehydration: possible to skip this process if sides are
scored very soon

33
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* Practical issues

— EDTA addition is not required into low-melting agarose gel in the
validation study
— Sensitivity is higher running at room temperature. We will wait for
the outcomes experiments will be done by Andrew.
— [Tentative agreement: Electrophoresis solution temp: <10C (or
range should be set, e.g., 5-10C) (electrophoresis buffer)
» Do not put ice cubes into the buffer]

* % DNA in tail in negative control:

— It depend on the tissues: e.g., liver, lower is better and usually
less than approximately X % but stomach less that
approximately Y%. Statistician can say the values by the
analysis of all control data from the 2" validation study.
Historical control data will be helpful.
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March 14, 2008/Day 3/Summary 5

+ How to analyze slides? Which area of slide should be
analyze? Optimal cell density? The issue was discussed
among all members including statisticians.

— There is not so much influence to the test result. The important is
to avoid overlap scoring, outside area, <5 cells/area should be
analyzed, at least 10 area.

— The cell density might be important to be controlled especially in
vitro assay but not so important in vivo study.

35
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+ Measure cytotoxicity
- Histopathological examination will be included. How to use
histopathological data for interpretation of comet assay will
continue to discuss. Negative or positive in comet?
Histopathological data will need only when the comet assay is
positive.
— Neutral diffusion no more necessary in the comet assay.

+ Electrophoresis

- Is it necessary to set the electrophoresis condition (e.g., voltage
and time) should be fixed more strictly?

- Brian will send the data to Dr. Uno showing big difference
between 0.7 vs 1.0/cm.

— Brian proposed to use consistent condition (e.g., 0.7 and 20 min)
in the next trial (after analysis of the data provided by Brian).
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T=RANT vy EAHEICOWTIE, TTICEARIIC BT
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WTHARTAALIZET TR BEITV, BIE, K
fABIZmITT- RIS ED LN TEY, AEREIT, A
)F—ar BMEICLDE = HFMIC LY REN
= A h~DOREEIT T, T2, B =FiHEICH
FBAARDILT I = ARDFEELA S F—a
UHREMBINTVRNWIEIIHIEL, REE, 74
T=ART oA EOTALFHAINRNYF —av %
JaCVAM FHOLLETEM T 5D, £ TAREEIR,
FoBT=ANT oA EO /) F— 3 3Bk ICM)
TTREEAIYE (Quality Control) K& OMERE
i (Performance criteria) ZEW 570 OMMETT
eI, TNFETOMZEEN LI AR S AEFEHD
S Z 35V VT logistic AANE Al TERVE L HS
ZENBESNAZENL, HRENFICEIVRIE T
lin.IC50 K T} 1in.IC30 (DWW TR F AT -7,

— 7% . Lumi-cell ER 7 v A& X, X EH
Xenobiotic Detection Systems Inc.(XDS #)iZ LV
BIN- HET, eMRlas A MlRIZL Y 7 2T —
PRIZFEEAL, APl zrps oLt
T 7 —(EREDFEBEN S 7 =57 —BiEM LR
15, KilicoWTiE, NIF—varRBITE
fiE TV, K% Tk, JaCVAM, X [H
NICEATM LUK ECVAM L3[R TEBEAUTF
—arkiEH TS, KEEIT, NICEATM,
ECVAM, ZL T JaCVAM (2L THpi a5l
EBSIZIVHBIEINTT AR OT o 2T=R
MEHO-DDOLF 72— XEHBERYF —ay
AH T 4—@ Phase 1 #1T-7=, Phase I Ti3iL@D
Toba—IlL R EME R a b — L HE
RIS L= E BRI Z LY LUMI-CELLR ER 7w
TADRENZFEIEL, F-bbH TEARAT7/— LA
DFAA MR R A (LIRS O B RIcLS
FEMRRE A EIEL -, KR VYT LTI =AM,
ST BT ADIEEYE K Sar ha— WY
DFERII AN T —aA¥F 4—@ Phasell D
REF — s _—2ER Db, &R
BiTAHR B R 1T, Validation Study Project
Coordinator 23HROFEE® | (ZHA N IBL U1 R
OF B, #RTENE B RIEOEHEESICOVWTH
EFEEL I TON TS,

B. I FiEBL O R
B-1. hER a -HeLa-9903 ##f a4 FH\ /- ER a
antagonist BRHHBZOBEBRME 2 YHICETS

L0,

WFSE b ik

1. B : ARBRIT, ()4 G 7E
B A - 22 R MESE M H AT 2E Ay GRS R & - i
&L, R A, Bl BV TERL

(=}

2. EBME

2.1. Al R OB ARKE 38 (= B %A 3K
2.1.1.#08a

Hel.a-9903 (hER a ) % & B dn sl fa ik 4 {1k
AL FHRASZHEIVAFL, RRICEALE
(H12 % 4 A AFHK),

2.1.2. EMEM-10%FBS $%ith

By KK (f—2Z v MEM =vAA) 4.7 g, 7.5%
HEIREETR) D AR (Gibeo) 12 ml & TX 200
mM L-Z A2 (Gibco) 5.6 mL (ZH5RK
ZMZ T 500 mL &L, Dextran coated charcoal
(DCC) WFRL 7-4B6 R i (FBS) (Gibco &%
U M3 Hyclone) 56 mL #01%., 0.22 um ®dD7 4L
4% — (Millipore) TAHEBMEL -,

2.2. R KONk BE

2.2.1. #ERILFWHE

L Aba P AFEDGBEMOWEEL T, At
THERL-4WEER 1ITTFT,

H BT DMSO 2T 10 mM £7425 )9
ICAPy 7R A R 4CTIRFLT,

2.2.2. X (VC; Vehicle Control)

B ABELT, ABRHKEBELLT 02%0
dimethyl sulfoxide (DMSO. FCHIEE) &5 ¢r
x/b (61d) ZERELE,

2.2.3. [ XtBR
il AbaF o EHFMOBYERREL T,
25 pM @ E2 O Ara S A& A 52 IIE T
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a4 N N— el ks bl chis Bsin

A1 pM®DOHT (3 1k) 5% EL-,

2.24. i AboF L EIE M I 1T D I HETE
P

xR ba 7 AEMHIIC BT A R HETEMEE L T
25 pM @ E2 (6 1) #F%ELI,
ZOBEIMEEETTCORIT.E HEOILE
AL TELT, IREOF Iy vt
PllenEFEZ LN B2 QS OIEE RN LR
Hah7- EC80 fASRELL TEHRHAHL,

2.2.5. HOAQ wE AT FH OO Rk Xk R

DMSO {2 100 z M @ Digitonin (Dig, Fr)f:#i5)
(3 ) Al a kM ORI TE X S EL TEREL
il

2.2.6. MR LGS PEETA A o) %t B

L= AR S ARV d i T D LR MY B2
Dl KIEMETIZ W (D FD, E2 DISEMEN
FILTuiguy) T2 % BRAL T, E2 DA
{EMAFBET LN TED 1 nM O E2 (6 1) %
RELE,

2.3. Bl WS E D\ Lk B oo 3
EMEM-10%FBS Fiio DMSO THEBEHE 1Y
BB IO BB EHD LA RY
A DMSO #4743 0.2%L 722 L dML Tl
B 7

2.4. lLuciferase Assay Reagent )%l
lLuciferase Assay Substrate (7’2 AH B S 4E)
DEGTBD Luciferase Assay buffer 4%
BHENZ TEEfEL ., -80°C TIRAFLT-. fEHIREIC
1, LB EAARHEL 0.3 mM O MgCI2 %5 1r PBS
& 1:1 TIRFIL, Luciferase Assay Reagent &L T
{ERL=,

3. KB Fik
3.1. #fEFIE
LLFO FZRE->TRIERTTT-,

EMEM-10%FBS % #14 f\ »T HelLLa-9903 #Aa 73
100 mm 7 (i 2{Z 70-90%=2 > 7L M D

Iolchza%

|

HRZ B EHD 96-well 7L —hZi&EFE (104
cells/100 2 L/well)

|
CO2 A2 Fa~—FNTHEHE ()2 1)
|

EMEM-10%FBS (5 CHIRL-EBRMEH D
1X5H B % 50 u L/well TEM
(FL—FL AT k]

OHT [d] TAM RAL

1| 2 | 3 4 | 5 ] 6 7 1 8 T 9 Jw][n 12
Al 10TM+25pME2 107M+ 25 pM E2 10"M + 25pM E2 10"M+25pM E2
Bl 10"M+25pME2 10"M + 25 pM E2 10°M +25pM E2 107 M + 25 pM E2
C| 10"M+25pME2 10°M + 25pM E2 107 M +25pM E2 107" M + 25 pM E2
D[ 10™M+25pME2 | 10 M+ 25 pM E2 10"M + 25 pM E2 10""M +25pM E2
E|] 10"M+25pME2 10""M + 25 pM E2 10°M +25 pM E2 10" M+ 25 pME2
F| 107"M+25pME2 107M + 25 pM E2 10™M + 25 pM E2 107 M+ 25 pME2
G VC+ 25 pME2 - 3 pM E-
H V¢ R ;

CO2 A FaX—4NTH#E (20~24 F§ff)

l

O E

l

luciferase Assay Reagent O¥EI (50 4 L/well)
l

10 73 i) 32 il THEE

l

W A—=F L HF O CRE

4. F—Z AT
4.1. PL=Abe MR RO B

B % B X 00 % O 58 BE O A6 7R B xf BB X
(VC) o ¥fEnbEL &, BiH&hs: 25 pM
E2 OEHMETELIZHREXOMAFRLT 25
pM E2 (2%t DM sz B iEH L $E (RTA;
Relative Transcriptional activity (%)) Z K7,
IR EESEEFEERH T, L FOX
£V IC50 #HH L7, IC50 fEOBE HIZiX
GraphPad PrismR Ver. 4 (GraphPad Software $t)
PRV, £ 1 | TEHRENS 25 pM D E2
IZxt4% RTA % 30 HBU T 50%Mik 4 5 IE
(lin.IC30 AW lin.IC50) Z K-,

Y=Bottom +
(Top-Bottom)/(1+10 ((logEC50-X)*HillSlope))
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ZZ T, HillSlope: fiZ
X: XEGRE M)
Y: FHAHREE M LS R OmE] . (%)

5. MRRUBE
5.1. FLmAPaS G PGSR 5 HE H L
# (QC; Quality Control)®i% iE

LA 7 AR RO M EE T T
% (QC; Quality Control) 7=®IZ&#RB 7L —F
(R ELT- B A X OMRITHE RE R 21057,

5.1.1. 25 pM @ E2 ¥fB[XE | nM @ E2 3B [X
DISEEO 8

M A7 AR I BT IR BEE ML/
5 25 pM @ E2 1%, ‘FHIRYZ: E2 o F B RE dhRR
@D EC80 (ZHYTAHRETHY. InMIZE2B H
DISEVRFILTWDHRE THHZEND | 1M
@ E2 @ RTA 1T 100%L0 KEWLERHS, £
T, Pl=Ar 7 AR AARR 35T DI HETR
P&72% 25 pM O E2 Ot 1 Hids KiEMEKRIM T
AILERIET A, INEHIT AN G
AHIZ 3175 QC HHDODEDELT:,

ZIT. ARGTERLE 10 RIEERLHIEC
BT . n-8 Tit 1 nM®D E2 ® RTA 73 80.7% T
HN (R 2, M=AroF A FEEFM BT
QC #ilif=/gh o= ABREHIKTL . LAREIT n-8
DT —H BN TR 21T 7=,

5.1.2. 25 pM @ E2 xf B [X® Fold-induction
FFAH

R BIEME{EAE%E (fold-induction, FI) 13$i=
Aha S ERERETD L TEOF Iy
UK ER S A AR EA AT ORELRE
FETHHEMLHIT AN A E I BT 5
QC HHOUEDELT, ARETTERML 9 [
BRLBIEICHBWTIE, 25 pM D E2DFHIZET
6 LOKEDST=IEND (F 2),25 pM D E2
® Fl OFAEIX 6>ELT,

5.1.3. FL=AbaF 5O BEOFFE
L [:1
25 pM D E2 3B H T AFEME2 72 2TME3 5

X LELT1 pM®D OHT 2% EL. 9 ED#
LB EEZEBLIZT —ZIZBUWTIE, RTA (2
4.1+£4.3%THY, K TH 8.0%Thol=, 7=
AMEMEICEITD QC Z3ET DR, S /7 —4
@ AVGE3SD DA EH L2 B 1 uM
@ OHT DA RO X X D7
AIEIZ-8.7%~16.9%L (£ 2), chzx =2k
a7 AEMEFEICEHEITS QC HHODEDELT

-]

5.1.4. HAQ #EESEA FH OB xR X OFF A E

Pl Aba AR I BT, (B
ICE A Bt IC LA I = AR L 1EH
IC LA A XK TA-0 10, MR A
FAITLTERTAIENEELL, LAY
6 VEAT (i A B0 - HH AR AR Mk SRR M T Dk
MHORANENRZERICEETHHIEIZIY, #
FOMRMBLY EMAeLDE45, 22T, Milads
HRBICEB W TYEL DR/ M d % R
TR X BREL T 100 1 M @ Digitonin Z{FE L
L9 EOBELAIEIZBITA RTAEIZWTL 0
K Thol-Zen, A=A A iEH
EiCEHiTS QC HBDOWOEDEL, e
. RTA 73 0 Rihl22BmEL T, MR
e R RO —2rEZ LD,

BA L 5.1.1~5.14 [CRSEREL-HL= A
RN IEMARICBIIAR AL ONEE
MILHEA X 3ITRT,

5.2, ABOMFEKRME (Performance Criteria) @
A IE

AR TIEFICREL QC A XA 5
DT, Pl R AFHEHSBEMO 4 WE (OHT
JICI, TAM B TRRAL) (IZOWTH AR 1%
4 10 EOMERLNEEIT-2 (R 4 LN
2), AR EFY, n-8 Tl QC Zilf=&leh -7z
1212 AVG BT SD OB BERN LT, 7=,
HRERE AR ET AN, AIEIZEVELR
721in.1C30, lin.IC50 2 W var.IC50 %, (E652&%
ESpMEL T M 57-dIic i @il TEL
THEOHE 7=, ZZT. n-1 @ RAL OFIERERIC
BUWT, 1inIC30 7% 2 KA PRIHEN-ZE0S
. RAL BIEIZBITHRRFOLEMN BN
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&b n-1 OF —H% AVG KT SD O R A
HERAALT-, RV 8 IO LAIENSGLN
1= 4 'E ® 1in.1C30, lin.IC50 & X var.IC50 0> 4%
w2 (SD) IXFZFhFh, 0.14~0.30, 0.07~
0.25 & TX0.04~0.20 THH, BMEK CV) @
HaxHEIZZFNZEFN 1.47~3.01%, 1.46~2.78% /%
O 0.40~2.14% Th 7= (F 1), AlRLI=LS I
T A= AMEVEIZ I DERE S A 3 E T BRI
WRT—HD AVGE3SD OfHZEHL -2,
6, OHT, ICI, TAM MUK RAL % M\ -5 tE
FeRLHEL LT, & 51 RT R RELE,

ZNHORE KA RUTZE G BE2 R ER IR
T

B-2. N <EWYWHAIV—=2 ¥
Lumi-cell ER 7 v tEAD /35— a5k

WFE Ji ik
1. BN A AT, SR Bl B
TR ZE AR GRER BUE& - R B30I T
FhEL 7=,

2. B H

AL, LA FOAEFEW R A2 dHilik: o [E B
W) F —a T D5 (Phase 1 ) #1717~
i
1) Lumi-cell ER ®EBEM /) F —a 4245
7 (Phase 1 )
2) Lumi-cell ER ®O[EBEHY /) 7 —a (2845
W72 (Phase 1 )840
3) Lumi-cell ER ®EEEH) /Y F —ailf 15
7 (Phase T )840 2

3. R IELFER
Lumi-cell ER 7w/ DA%k 72—

NN ELBEA2Y—=27 Lumi-cell ER
T AD R F —a (PhaseQ) DO 71—
REEXANWTITo7, Fhevo—%2K1. RUE
21T,

3.1 Lumi-cell ERD[HERAY/ ) F —a il
L% (Phase 1)
TIA=RRR O T ZT=ROEHE R a b

— LD REEE T, Lumi—cell ER 7oA
A E S VERL, ZRNOBIR UM R TR
W ZRBOEBRMEERL, 2 DEREIT-T
(THA=ANRUIT AT =R DT Bha—LEF R
Zi 10 [7]) BRIEF — 5 ~—2ERE B e T3,

3.1.1 EBKHik

ABRICHVDIREE R Rarba—{LEWit
the LUMI-CELL ER Validation Study Substance
Inventory and Distribution Management group
(Dr. Cynthia Smith, Group Leader)iZ XV fitX
iz,

R Ua be— L ORI IEL T 1
ha— DDNICHRERIZERlSh TS, 7
= APDOEERE R S ha— WD 96 K7L —
AT M, K3IZRL, Tor¥ T = ARDEE
Earha—AmED 96 K7L —h- ATk
[ S PP by S

T = ANk
Fat e O (TR L= R L 7=,
+ 17 B —estradiol (E2)
CASRN 50-28-2
+  p,p’—-methoxychlor (methoxychlor)
CASRN 72-43-5

7o = ARk
FRe R U2, (TRLE=E 2R L=,
« 17 B -estradiol (E2)
CASRN 50-28-2
Raloxifene HCI (Ral)
CASRN 84449-90-1
FFlavone
CASRN 525-82-6

3.1.2 #ER

Lumi-cell ER fifalo> 7 = = ANEM K O 7%
T=ZAMEMHIZOWTIX, EC50 $L<I, IC50 &
¥ Dose response curve DFREE T — & ~— 241k
L7z, fER%E K3, 45, £4. [¥6. |77,

3.2 Lumi-cell ER D EEEH)A)F—a BT
AHHF7E(Phase 1 )iE 1
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T = AMEYE i 3 ba—/L Bisphenol-A
DR & AT, Lumi-—cell ER (ZxL THHTIC
Visual observation K Uf Cell TiterGloR Tifl|E 4
%, Bl % DEBRE(T-T, T —FN—REERT
Dk
3.2.1 ERFiE

RBRICHWONLFEERL b —
Bisphenol-A I the LUMI-CELLR ER Validation
Study Substance Inventory and Distribution
Management group(Dr. Cynthia Smith, Group
Leader)(Z L0 HEfEF A 1R L o hao—iL
BisphenolA ORI/ I L T aba— (il B
RSN TS, B8, Faba—n(
BAEMICHEBENTWSTI =AM RE R U=
ha—LHED 96 K7L —b AT UM, K7
[Ny S N
*Viability sBRE

Tae R OES. IRLI-REE -,

+  Bisphenol A (BPA)
CASRN 80-05-7

Bisphenol-A i, 10mg/ml @ Stock solution Z {
AL, B HSEREE 100 1 g/mi~2 {5FHIRT 6 EERE
(100 2 g/ml~3.125 u g/mZ& {3 E L5, =
NHEOMET, £RE 3 V=i PIOTL—RT
at 3 BIAIEETTD.

*Visual observation(l1 7L —hkH)

PH PSS THER L . DRAFT LUMI-CELLRER
ASSAY Visual Observation Cell Viability Manual
IZHE~T, A7aY—1, 2, 3,4 2T 5, 26
ICHATABE TIE, 5 X100 TUALIZT VAN
HAZTREL, A7) —O¥| W%+ 5,
-Cell TiterGloR(2 7L —kH)

AGONIST PROTOCOL [11.4 CellTiter-GloR
Assessment of Cell Viability iZfE~T, 0#r& 4T
P

3.22 ##

+ Visual observation(l 7 L — k B ) &
X Cell TiterGloR(2 7L —hB)D#s £4X8. &
U6, TrR¥, PMBAZE-T-BRHE R
¥ Cell TiterGlo 21 7= Viability() D EfE & A&
L Tz, LaL, BEREIORELHSDS, ]

BEDIRSITHEL HIE 1~4 2TERDHILENT
ol HEREAIRVZBLT, Ml
wHEOFAMAE1T,

+ Visual observation(l 7L —hkH) & W} Cell
TiterGloR(2 7L —h B)D ket

Visual observation : DRAFT LUMI-CELLRER
ASSAY Visual Observation Cell Viability Manual
DY) Scorel ~4 TH|FE

Cell TiterGloR ; Viability(%) = 100 — ( Absolute
RLU Value+ DMSO Average X 100)
0~20%=Scored 20~40%=Scored 40~80%=
Score2 80~100%=Scorel

3.3 Lumi-cell EROEPE)/ Y F — a2
Hh%E(Phase 1 )38/ 2

Bisphenol-A %, 10mg/ml @ Stock solution % {§
aikL . Feh% % A2 100, 90, 80, 70, 60, 50 u g/ml T
6 EXM5(100 1 g/ml~50 u g/m % fGEN -5
s INHLOWET, £R-E 3 v, HIOTL—k
Tit 3 FREETT.

3.3.1 EBR ik

AEOWE L, Tidntsy

100mg/ml :Stock solution

90mg/ml ;Stock solution: DMSO=10:90( 1)
80mg/ml ;Stock solution: DMSO=20:80( 1)
70mg/ml ;Stock solution: DMSO=30:70( I)
60mg/ml ;Stock solution: DMSO=40:60( 1)
50mg/ml ;Stock solution: DMSO=50:50(x 1)

ARBRICAVONLIFERPa br—
Bisphenol-A {Z the LUMI-CELLR ER Validation
Study Substance Inventory and Distribution
Management group(Dr. Cynthia Smith, Group
Leader)iZ L DHEEF A2, FRHER U ba—iL,
BisphenolA O RTAIINLIEALTOra—AIZ R
RIS TV, BBIZ, Tala—Ai
BRI TWETI = AMDIERER =
rha—/ED 96 KT —hbATIhL, K9
[ A7 S 8
*Visual observation(l 7L-—hkH)

SR8 THERR L . DRAFT LUMI-CELLRER
ASSAY Visual Observation Cell Viability Manual
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et

IZHE~T, A7) —1, 2.3, 4 K35, &6
IZHABBE TR, (S X100 TUAIZT P HL
AT THREL ., ﬁ?j'?—mﬂﬁﬂiﬂ?é’éﬂlﬂi’féo
«Cell TiterGloR(2 7L —kH)

AGONIST PROTOCOL [11.4 CellTiter-GloR
Assessment of Cell ViabilityliZfE>TC, 4747 &1T
5 73

3.3.2 BR

« Visual observation(l 7L —Fhk H) K U Cell
TiterGloR(2 7L —hH)D#5 KA 10/ VUEKTT
G, BB A - B E T Cell
TiterGlo % ffi 7= ViabilityCo) O Eefifi & &5 £ L TW
e,

D. EBRUSENES

HeLa FicOUWTIE, ME4EFL FTICHMEL 72350k
ZrEic, RBROMEERGET D QC D7D AFH
X#& &%, PRy AAEEREMO 4 MEEH
WT 10 B LARE LML, KRBT —h
O ShE B PRI R O RE L A G E L7, MERER
T HWTIE, i AR U IEHOF BT
logistic ZAVEH TERVWHELBHLIENEES
hAZLEME, HARRHZIVFEINTS 1inIC50 &
O 1inC30 {2V THLRAEITV, FL=RhrY
JEMEDEEEND 4 HE D 1inIC30, lin.IC50 KT
var.IC50 OEHERA (SD) BLUOZEIMFRE (CV)
4,510, OHT. ICI, TAM & T} RAL # M 7=l
ML EL, REL-EET, RFEEE
A ESN TOWABEBORBEMAS T 5K
JEEBR (Multi-lab Validation) (233175 AL HEffiEL
THHEEDNS, LM LAh6, KIFEHETREL
P AL AR T Ok — LA B L) — R
DOHDORRT —Z|ZIESHLOTHY, WAFFE T
N PESNTWAHE OB BN+ SR
# B (Multi-lab Validation) THHNDLT —F0b
FORYMERRL, LBIUSCTRELEZIT
ZELEETARELDOLEDND,

Lumi-cell ER iED 7 ahra— A ZBL Tk,
Compound Tracking Form {2 R&EN7=T —# DM
[PASS or Faill®X#EDH\ W ENTH-T-, £IT
ARFZ Tix., Phase 1 #& £ LY QC SCATTER
CHARTS #AEREL., M A 27 — ¥ 3 & B2 1EL

L7, Z0#HEL. QA/QC Memorandam (Z3C#L
A #%D Phase TOTF —H#IFAERERELTLILLL
7=, Phase | T =Ar7 vtz4 Agd3 R U Agd DT —
ZOAFR R HIZ. Induction not A3 3 {2 EIZ 72
VW Thotz, Zhiut, —#d DMSO 7=/ TH
Background 23@< 7= ZEDRIR Tz, 2D
Bz OWTIEALICIE R TV e, fE%H
THayFix—arOaiEEbExbhilH,
FNLUBORE TR, REXYERYIMTITD
ZrrL7, Lumi—cell MW TIE, RBRICHER
L TEWHR O BORA RENTELT,
Phase 1 T, 10~60 {X ETA LA nTrEH L HIBTL
ST EATAT-A, Sk, RN O ELRE T
HYERHHEEZ LN, £-, TR
LT, imEiEdERAFELL T, Promega
Lusiferase Assay Kit Zf# A3 52 &> TU 503
RIHEOREI IR 2 efEm kI TEY, #
HARIE AR B MR FFL , M4 /SR S E O T
#ENAREIZAEETNTVWBEIL AT v 7 DREDE
HAaRITAIETT v EADOM BB AFELE X
bHiha, -, BG-1 #ilaix, =y =77k
W E A DS TWADT, Test Plate Layout D&
EAA[REL EZ LD, &BIZ, HilaORERECHEIC
L TLR B EZRGT AR HDLERS NI
o SNHDAEICHOVTIE, 58, SVT—Yar< R
— DA N —T Rl S EORIGTRELLT
#wiEL,

eB. ThoORMFE RV IRITREER2IC, ZThbo
g A Ayt ICCVAM O E B4R EE 3 L
L,

E. HFEER
am ¥ #¢
2L

TFTERR

fk B3, L, J.D.Gordon, GC.Clark,
INBFEE /N ESEE LUMl-cell ER 7oA iL0 JEhtE
PERE R OEBER ST —ar i o>WT” §
10 FIRERLVEVFEMERKRE EHBE R Y
A (BE) 2007.12.10-11

F. HEETAHEOBIFRS
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1. R ERT
el
2. KRG
7L
3 T Dt
it

). AR

A EF 1 chER a-HeLa-9903 #iK2 % L /= ER a
antagonist B RO BB LUZ MEIZRET
S5

AT EFR2 R ER BN RN < BLIE A7)
— =2 Lumi-cell ER 7 vt1D/N)F—
3 > (Phasel)

g < ¢ IR)
:Results of Phase 1 f the LUMI-CELL® ER

Assay International Validation Study
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Rk 19 4 ARV ERF T R B & (L F B Y AZRF A 5€)
SREHRESE K K

OECD/EDTA validation managenent i )& o) %
RUONZWH<ELFEBHRRED YT —ax

hER @ Hela 9903 #il4 iV 7= ERa  antagonist #HZO B IR O U HEIZEET DM %

#1 HEBWEHY A b

#2 PixA b MR OE A RIET 2 A BX ORISR
#3 £7L—bOMEETRET 5 EHEM

#4 10 PR L#EEIZET S 1inIC30, 1inIC50 & ¥ var.IC50

# 5 ABRMEREALE(Y

1 2500 ERERFIZ LS 1inIC30 LT linIC50 F i A

[ 2 OHT,. ICI, TAM & U RAL O IC flio>iE & o & K OV BAUE thik

NS IH L ELE A2 —=2 7 Lumi-cell ER 7 EAD/R) F — a2 A%

1. BEOHRIE7o—

[ 2. Visual Observation ¢> {4

K3. 7Id=2 MEEMIEAR ;96 X\7L—FLAT77 b

£1., TA=ZA MABTHOWIRAE K

K4, 77 I=R MEBEMIGHARR ;96 XTL—hL AT Ok

#2., Ty Id=AARTHVWARAE K

#3. TOd=R MABOME K

K5. 7F=2 3% (Phase | )DREKET —F ~—2

Fa4. ToH¥I=A MABROBR K

6. 74 F=A rAB(Phase | )DRERET —F ~—=

7. 74 3= bMEEREAS (Cell Viability) ; 96 X7 L —hL AT T b
# 5. Viability ABRTHW SR -

X 8. Visual observation MOFAMBIEE KRR a7 —H|E il

#6. T2 A=A MRBROER K

M9. 7% =2 MEERIGRASR (Cell Viability) 2;96 X7L—kLA 77k
[ 1 0. Visual observation ORI T IR R 27— il

#7. ToAI=AMAROE K
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®1 BBRYRIAL

LS B G CAS No. A—H— HEZES  Purty
4-Hydroxytamoxifen (trans) OHT 68047-06-3 Sigma H7904 =98%
Tamoxifen (trans) TAM 10540-29-1 Sigma T5648 =99%
Raloxifen hydrochloride RAL 82640-04-8 Sigma R1402 >99%
IC1 182780 ICI 129453-61-8  FC sl F862500 -

%2 RIAOSTUESNERRORZREYT SRR ORITER

I nME2 ¢) RTA (%) 25 pM E2 @ Fold-induction 1 uM OHT 2 RTA (%) 100 pM Dig. @2 RTA (%)
n-1 1433 83 6.7 -11.3
n-2 1594 11.9 6.0 -1.5
n-3 134.1 6.3 2 -17.7
n- 105.9 9.7 94 -10.3
n-5 142.6 6.5 2.0 -16.5
n-b 1018 9.9 22 -98
n-7 1385 11.2 8.0 84
n-8* (80.7) (6.0) 4.1 (-18.9)
n-9 143.1 6.9 31 -15.6
n-10 1444 8.1 5.9 12.6
AVG 1348 8.8 41 12.2
sSD 18.8 2.0 43 3.6
isD 56.5 6.1 12.8 109
CV (%) 14.0 23.1 105.0 29.9
AVG-3SD 78.3 27 8.7 23.1
AVG+3SD 1913 149 16.9 1.3

. QC #7AT T &ilit- %7279 AVG, SD. CV ORI HE TR T — #2650
( ):AVG.SD.CVORBIZHETRITIGKRALET —¥

£3 F/L—rORREEET LA

5[ B i
25 pM E2 @ Fold-induction =6
RTA of I nM E2 > 100%
RTA of | yM OHT <16.9%
RTA of 100 uM Dig < 0%
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£ 4 10E#HELEIEI=F1151in.1C30. linlC50 & var.IC50

ouTt ICI TAM RAL
n
lindC30 | hinlICS50 | var IC50 lin 1C30 lin IC50 | varlC50 lin IC30 lin IC50 | var IC50 linIC30 | linIC30 § varlCS50
I | (-942) (-9.18) (-9.08) (-9.84) {-9.54) (49.406) (-7.35) (-6.88) {-7.00) (-12.10) (-9.90) (-9.76)
2 -9.00 -8.60 9.00 9.59 932 926 7.24 -6.78 -6.94 965 -9.42 -9.33
3 -9 50 -9.26 -9.07 -991 -9.62 947 -7.57 =710 -6.96 997 -9.68 -9, 56
4 ‘ -9 48 -9.24 -9.09 -9.84 -9 34 949 7.52 -7.13 -7.01 992 -9.64 -9.58
5 | -9.36 -9.10 -9.02 -9.69 941 923 7.37 -6.94 -6.98 9.75 -9.52 -9.46
6 ! -0.44 -924 -9.08 -9.95 -964 9 56 7.64 -7 -6.99 -10.53 -9 84 -9.66
7 | -9.21 -K 90 -9.03 -9.73 -9 40 4924 7.27 -678 -6.82 971 -9.46 -9.14
8 (-9.51) (-9.30) (-9.12) (-10.05) (-971) (9.53) (-7.57) (-7.13) (-6.99) (-10.35) (-9.86) (-9.78)
¥ -9.39 -9.17 -9.06 -9.89 -9.61 957 7.51 -7.13 -7.03 981 -9.55 -9.47
10 | -9.11 %76 -9.00 -9.59 -9.30 930 7.33 -6.88 =701 959 -9.38 -9.12
AVG 9,31 9.03 904 977 948 939 7.43 699 6.97 987 -9.56 9.42
sD = 018 0.25 004 014 014 015 015 016 007 0.30 015 0.20
ISD | 055 0.75 .11 0.43 0.42 0.44 044 0.49 0.20 0.89 0.46 0.60
CV*™a 198 -2.78 -0.40 1.47 -1.46 -1.56 -1.99 2.4 -0.95 301 -1.60 -2.14
AVG-3SD | -9 86 4979 915 -10.20 -9.90 4983 -7.88 -748 -71.17 -10.76 -1002 -10.02
+
AVG+3SD | 8.76 R 2R 8.94 934 906 R 95 6.99 6.50 6.77 |.97 9.10 -8.81
*1:2 SO hinlC30 SWH S0, AVG, SD. CV R H 2450 /RN B4 Y
*2:Q( R ST b S 74 AVG.SD.CV il o
( LAVG. SD.CV O30 TR ET O ORRA L/
log [linIC30] log [lin .1C50] log [var IC50]
OHT 986 ~ -876 979 ~ -8.28 915 ~ -8.94
1C1 -10.20 ~ 934 990 ~ -906 -983 ~ -8.95
TAM -7.88 ~ -699 748 ~ -6.50 -7.17 ~ -6.77
RAI -10.76 ~ -8.97 -10.02 ~ -9.10 -10.02 ~ -881
150 |
140 -
. 130 -
£ 120 ¢
110 "
= 100 —% 307
= 9 - 1.
= 80 - F 50%mM .
)
8 BT i
- - |
= 40 - =tH
e 30 - - 5 =
20 e
i B |\
10 [ . e
0 1 AL L L § [ o1 —
-
-
EWMTEHE A1 -0 94 -8 -7 -6
loglConc'(M )] linC30 lin S0

1 2MOEBEMIZLDIinIC0RLin.IC50 N H AR
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