NBEZERZTFACBVTHSDRWERD,

Kt TOR%E. TAROYUEE, 7ROV VERERITHOHRBRREED D
EWIOHNBEMN,

=8 B2 R EORVWIA MNIY UPEICH L TH MRS 1 BOPEVIZEL, £
OB E OIRE HIFRMICHARD Z EESHITEE L,

H#E X LHES TR, AT A DY AER EROWMBEESI DB TVWEREWES DI I &0
INEE i< &b B2 LML T, 0% TFEERMEMLELL IS % E2 EHBT DI E,

Kt HEORDEEL TR, BEOp4 2B8FIT,

When estrogenic potential of a test substance in vitro test is available prior to the test,
maximum dose level may be set at such level that IC50. When evident sign of toxicity
manifest in the course of test, or known priory to manifest, the highest dose should not
exceed the MTD. However, in any case, 100mg/kg for S.C.admnistration or 1000mg/kg for
P.0. is considered satisfactory.

NG : 53 aFhtdsdEEiE, IC50 H2VEIBHEERTORRRESZOWMEELEND &
L THELW,

BE NYTF—a ORICBREEMT TSI EI3RTEN.

NG - IC50 M5 DR’ E, MAXdose S OHED 2 DEBIRT T THRL W,

Hb o AR BT SRRIZNAVWARIBREHRSEIZIANTT — 5 £RODHHTITE
7=y,

Bl B ONKIR?. CVEATWELVTRELTIES D,

H0FE : p3 @ Laboratory verification ® & Z B EHTWRIEEL,

Prior to the study, the total test system should be verified using E2 to examine increase of
uterine weight of 50% compared with vehicle control can be achieved with statistical
confidence at p<0.01. If not, then number of animals in a group should be increased to

achieve the confidence.

NG RIVEAERIET ) 7 — RO THEERCEHEAN T OTHRNIT OERER
BTaE O LTRLY, BEALSDOOKEBREINTVIERICE>T. ARNARDLDE
BEHLTHLY, F—FEFRETEVREINRVOTR,
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AR, MELEENBRATRIVOTERRAECTOLIAERFHL TWELEELVWERNE
ERS

E . HETOZENL, BOOENS 2 EE T preface, 3-7 EMNENT, XPORMAHEKF
DHT 49 P ARR—TORRT, O—<HFENE 8 URICH 2CKRMETY.

T8O summary of the preface 1%, The objectives of uterotrophic assay, both
immature and/or mature with OVX is defined in the OECD framework in documents
released from OECD office(Agenda Item 5 for Tokyo Meeting, especially its Purpose and
Background, Le. paragraph No.3) Z® paragraph No.3 i3 E— L7=d DT,

# F : Agenda Item No.3 1384 O35 L 132 < 8725 identification 2B L TV %, No.12
HIAPOIzo v VREREZATVSLVILDICBVTH S, ETORTHL <EHEMN
CHLORBELTANEERLEATHRVEE>TWS, No.3 & Nol2 idFET 5,
ZITRENEHEHLET.

OFECD 33 LT A R AY— BT disruptor #4975 &idE X TWwWizly, Explanation of
background REXRMICIBEEBELEZILERLTWS, (HFHERENDUTONEEZHRE
ns)

OECD/EDTA has been seeking possible testing system, which enable endocrine
disrupting chemicals in terms of their hazard identification. Among the documents
globally assigned for possible methods identifying endocrine disruptors had released for
collecting general comments, and, currently, three methods have been selected and
discussed for global validation studies. The Uterotrophic Assay which is considered as
suitable for the screening of chemicals which disrupt the sex hormone system in the
OECD Detailed Review Paper on the appraisal of Test Methods for Sex Hormonal
Disrupting Chemicals. The assay is also recommended by the US EDSTC.

Tokyo Meeting for the Validation Management meeting is supposed to finalize the
protocol for second step to the tripartite validation studies,

However, there seems to be a bit of confusions in characterizing the method, i.e. aim of
the methods. This may probably because of uncertainty in understanding of the

following state of arts.

HE:FEZOLWTIH?EBOHS, 4, 5, 6OBEXTTYN.

EF . HNIED20A LPOETH. B OEEARVWOT A LWHSRBMIIWLTTFI W,
B & LT, INTRDUCTION, PURPOSE, SCOPE, RELEVANCE, APPLICATION AND
LIMITO OF TEST & Definition & Experimental animals & Test Conditions 3% 0 %97,
AT MNRAF) I TRRBLTVUET, B b ORTTHIhEEKHII o0 —
WTEITRENEINIEIEPTY, ROER 1 BTFEERN 160XETERTH LI A%
BHEEEDEW. ISRIANIY DOV IZA A2 OFEERBMSG T, LOEL A8



150% 0% 7= 3 & L TVET, ]’O N SBO positive control TR Ft A, TORBIZ
i TY,

iiiyThe positive control dosage of E2 should be high enough to be significantly detected and
low encugh to assure the sensitivity of the test system. To satisfy both issues the positive
control level should be seet close to lowest observed effect level(LOEL) in this lest system.
According to the experiences obtained in literature and/or experiment. The LOEL of E2
with clear statistical significance is commonly observed at the uterine weight of 150% of the
concurrent untreated control.

I BBERETTRINEERNTHLWIZETLE I,

HE 25T, BYRESBRORLEDICERENTRN E 2, BMBERPTR EDUE
295, N=6 TTHERBBLETH.

K HEBICR LT 0% O FEEROMME NS ORNZVBDORFLE D,

g TAROFVESRICES L TRETZEVIOTIR, HEH#E 100%E L ®
1m%ﬁw&:5&mmmwmb£5§5ﬁa?To%Bah%bﬁﬁile%nﬁywﬁ
2 LTSRN S £OTFEERRITI N CETHEEA5ND. BRETIE N=6 T 150%
OFEERMMENS E2 13 1ughg 5 05ughkg T, EULSEBRFfTONT whifoo
CORT 150%< BWOEREARDET, UL, Sy FORMEDNIESEDSLDBLN
FRAD, BEOF—ZRENER S THRVOTSDUADRIZDNTRIND XA,

il B 213 200% & LTWwAA, ERFb LU TR 200%L D bEVEISEED Iz,

#HEY : LOEL 7' ARERIEINTVNDEIALVI AT IDRITLEDTT,

JE - 150% EEET B EERMPOIRBOTIRAVTL L OH. RELTREREN
THEVNIZENKRPROTHY, TTHLEEEDOTHLIENE TINOTIRAWY,
At 150%EWHRFTHETHILRBLLTR,

B TR 150%ET2L0HIETR?

ER: CIIHENHT BEERMPVIC,

B 200%EEBIDEZBRFLRBATNDIOT, 150% & 200% 2T TRELBWE
EFTVOTEDIIRRFNHTELDOTY,

B ENRRERE LSS ESTLX D,

i PEEREIMIA RV VTECREOENHHZOTL LI, ARLAVITXDER
WO TH N chemical DB TRDIBESTL XD,

B FOEIAE. bELRITELDOTT,

G FEEEEMEWS ORFIFr—hOTI— A BRECI>THIEDOTISHLED
OTA%EREVSIIRHFERELTLETORETVWOTH,

#b: ERIZ. FEEEN TS F—RELRVET. NOLREFECHSNINFETAS
NABVRE. TRIZ. dBEELS OEMPFECASNADEREID BT ZEVRELW



3SR L TAHTRE D TTN,

ME: SERIA DY ERETEE 00% SVETLERLTLEVET IR, 70¥ =
A OBERESENI POV TES.

WG FEEEN 200%0LREVI O, BERERET I M—RKETIEOFRMICAD L
SEEBLFOTTHN, 2 AROREETHLERI, TTRVCHBEVREZRDT, REI
EVHBZHRDBEVD ZETLLOMN, Low dose IAERBICILL ERNHENDIAHFIT L
AXALNABEIVEBEVAREVI I ETTR.

E 5 @ 173 -estradiol should be the positive control substance. Other estrogen may be
served as positive control material with scientific rationale iX B L2 XE T,

E 5 @ administration i administration of test chemicals KEL TFE,

KXW H 6 ® Dose level lI2DWT, b L in vitro TICS0 A3 ->TwaEEKRE, RELT
iZ. a X [IC50 of test chemical] / [1C50 of E2] x 100 or 1000 25 A% — FPLARIOT3
S 4o LARETWS, ICH0 A4 Tz & FiTik MTD TR TS 0OHEIE 100meke
. BOR50OBEI 1000mgke & LRET S,

& £ measurement of endpoints {22 T, FEEED with and without uterin fluid &5
WEXHIX, OECD &3R5, MAMETSZEWD T EZAR TSI with & without
& L7, Body weight & OECD TiZ should be &7z-> T, —kELEZ2HL I LRERR
@ must be 1\ 7=, Toxicity indicators @ food consumption {ZLALEERBHRELTIS
nedt, ZhIESLELX I,

1% FABRAIEE TANSDOIRERTBRELTRAETTL. FELFAHERELHEDITS
EFO5RBEETRERLTHERMZVHIT. TOEBERANRZS EDELIZARVWOTIAR
WTL XD

5 : T3 food consumption Z mustbe N HHREFET,

JI11% : B] 6 ® Measurement of endpoints 22 W T T34, toxicity indicator € D H D% must be
measured & L TANDDIZEEL W & BWE T, Toxicity indicator % clinical observation &
#ZBE%ZE L. clinical observation @ other & L T toxicity indicator ¥ should be &% W\ id
recommended & LTI ESTL L D

8 : H 6 ® The followings should be measure: HE stained histology of vagina and uterine
@ uterine % uterus WwELTFEW, 2@ HE @ histology & should be %ZEEERL T,
recommended ~EFIFL 7,

B 6 @ 3 DATA AND REPORTING (3% L <BMLZHEHBTY.

JIIiE : &0 T, H 1 ® PREFACE % introduction ICANSRETRARNWTL &S
n, Bz, HE 3 ® method @ INTRDUCTION, PURPOSE, SCOPE, RELAEVANCE,
APPLICATION AND LIMITO OF TEST & DEFINITION ® method @B ARSANET
BAEWTLESD, OECD K&hEARTANRVEWIFAWOTIEARND,

8 : H 4 ® Housing and feeding condition @ a)  Ovariectomized method:



Overiectomized * * + « HH L <EBWLAEETT. REREMELZICRINZNEDORIE
BV EWITZY, DE0, EES cyding ik E o T B ONBNRL EWiFRL, EDSTAC
B2HEICLE. BRMCHERHAZSCRINTHINVRNRED 2 OITRENL WO
vaginal smear 2 Z &,

BH  H4 EHBI doselevels AF A THEDTH-THI L,

#t:EHS 9OXFEINWSAWTTR, T ROMBICHBD X7,

PR : N SeE R E LTINS D TR,

HE BB, 7O FA AN I TRRLTHTF— M —AHZTHERLZ L TTHR,
Uterotrophic assay THREE o b0, RAHBNEDHRLEDKSKHEH> TS 2D,
WWIINYF I —RBROFS ERDB EECBELT— ¥ &5, RO assesment ITE
ERF— ¥ LA TLLIMNLML, negative DHOIIEHMABE U TFRIATH S, Negative
OVNTRALREVIMESHNTERLESN, HYHEERSLTFEEENEMLZ
LV et KERNECRIESNOERELLEZEALGNS,

T FEEENHEMLAELE—ROACHRATIOREOIDIKHALZSEVWOTL & D
M2 FRINEVRICERTZHAVIRTLVEAERARH DT EBLBDOTLLIN,

# I : uterotrophic assay TFEEBMBMLZIEITH LT, ROLDCERELTRET,
The uterotrophic assay may effectively identify those chemicals that bind to estrogen
receptor. Taking recent discussion within OECD framework into consideration, it 1s,
however, appropriate to understand that such chemicals should not be regarded as an
endocrine disruptor based solely on the result of the method herein defined. Namely, the
descrition appeared in the document that reads “the method is suitable to define endocrine
disruptor” is actually implemented as the following clause.

L L. TRETTRAZUNSEMEERZT I LIBERBVWERRBLTVET,

i, LETY—AFAI—F—THRVWORTFEEEMEMTSHRITHE L TIIERNICR D &
bz Enwidiab,

DES REBRWIRA MY AERZATAHEICHL TRRCHHLVEBRREZEZAHLRIAR
<. HEROFETVWSHTHRETES, BEWHEUE L TWSORTEAIBN<EMH
2RI ZHLVWEHBRREAL DI LTIHOTH D,

TANOF L LETI—, TROF VLRSI Y101 RENEILETS-25 S
v FELERERIISZN, TS5 EASBIEAHEIIIEETSHEENoTVS, Z0OF
2. RN < EYBENEET AHFREIIE WA, Negative IZDOWTIIAZWNEDE Z A
B TR DRV ER D,

G . 7O NI —IVTHRBELEWS, FHTA TORROFHEEZ EDTHDH.
BAFANHARIA L ERSFEZLFOZ LDV TEVWTIEWANTLESH, 1
EMREDRVERS,

g . 7=V ARDT 4 TERATHIFETEANTEERZ W,



¥ : B 6O dose level IZDWTHHAT D,

JI|i5 : RSBl MTD OFHEEDEIEDDOM ? Toxic TR EDANPYA L 2EDT.
Bl ZASEE OIS, 10%BE-HEXRATHEN VI LI, BEHICRDTHRVNOT
R,

# E ¢ In vitro OF — MR NHEICDOWTE, MID TAS— T3 UMEGRVWOTL X
S, TOBEN, AEENANFOAEBELSNAVDITLT,

g : MTD BB LERBRBRZ2EDEIRLESRVON EOBRMOAED ETH.
#HE: ZOPTREEMIDZLRBLWTTR,

R Tl CORBEIREREIBEEET OECD "o NTELDODIT revision & LT
A4 ya—Rb—hrLET. OECD ® Lesley Onyon ~NHTF v b5 Vi3S B—HTY,

# I SEOLICOTVCHEoTHERAETOLONDHVETH.

iil) : Uterotrophic assay OHREL XNVOKEOETL D0, T2 A3 AFHE. B
BBk EBE. BEO4ETOLENBOECITOELEVED-T. 2A 8EHNLD OECD
OEFITEHEG, 2 A 12 AR IROREENEE - THFNRELEVELDI E0AY
N=DHBET2ONERZEENA - TN,

N : BERBU—RIFRLVWIUBTHAOTLLIN, BETHEZNDDOTHEOHEE
OAMRLUBML T, EAOSMELDILNEWND OB TRARLD,

Fili: 28 12 BOSERHARKIENHOLARB EED,

Hl: ZOURCEAAFFBETEORFETEE SRV EVWITRW., EAOHEELNFRFICA
H— NRAVOEPBEFEBRWERS., LA —F A CHFATIURICH LM, B
2 B 10 BtRIBELTLES. &5 E#ENRNES RSO0 ? Uterotrophic assay 3 HZ
HY—RAVM)—E0WS T ETRBEVREY, 5 Ad 6 BCr >y —F2ai iR Iy
LAEBETR-THREDRY, HETO2NTLK BN F—2a  EFELMS o THHEMN
RNZETHDB, THILAVEEAOIREESHLSRD IRV OTIRERVS, F—F &L
TEHANDWEEZATS Y I—FaF i RPULERELTAEL L D,

MiF : BAOE FERERSTHRVWERESY, BFTEBALLETO M- EENE
TR LT,

L OECD TRESMEOLDICHED TR0, FEMERERELEZWELO TS,
dil1: 2 B 12 BOSBREADOIROBMEN S SNENEREAV TR, LRAU—ZLh5
DEHBRILIASTWEL, BEDOSRPLED, £ZK OECD o AEBRRFEENWI XD
IZRWTHWET,

HE:F=F o XACEEIR uterotrophic assay ZZ DX 3K TS50 %E OECD BEFRAE D AT
AWTHEDEWINBIFLE LM TS,

IE : 2 B 12 HO L OECD @ pre validation & WS 7B I ¢L T8 LYW, OECD Odt
TR TR EVNS ZETHFMBFTESTVD EVSHRTIEES,

#E:288 9 100BKCHREINBZILFOECDEObOOTO M)V &5, 2R 128



ic OECD OAIVN—NERTHIET 8. 9, 10 BITHE LAS ZHRIBA SRRV, 12
ADEETHRHATEDERIHD,

BAR U TN ORBIHRDZON?

# b BRxN3Y TV, Uterotrophic assay ¥ TRWOTT 2 E—-OREER - TE
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FE : WEEMCT 2P 2D THBLZNEVITRVO TRV,

# b R LEEIOWT TNO KA by ZHEZNE M, bhbhud, TNO hHBATY
BT EKBD,

WE TR —TAL AT 4 TRDTHSDARVEVTRW, TR pre validation N
TERL,
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993 : Chemical 1X 407 R E2LBEOELOERFT D ON. T LD uteroirophic assay
OHDHDERET DO,
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