Sex-related hormones (10 month-old)
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Kiss1 expressioninthe anterior (A) and
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{A) Anterior hypothalamus

(B} Posterior hypothalamus
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At estrus, the level of Kiss1 did not differ among EEQ, 20 and 200 pg zroups.

O  Posterior hypothalamus [ARC] (B}

At EE 20 and 200 pg. the level of KissI showsd decreasing tendency st prosstrus, howsvar thers were no statistical
differences among the groups.
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ERa and PCNA (PND14)
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BEFBFFN RS ((LEWEY X7 FREH)
SHEMERES

LY E O FHIRE RN W - LTI~ RIETBREPRO
HEFPAREA & R ORELIC BT 2R

SYEMTIERRE . LFME OBRFANBRESFHBIEZIICD & T I RICRIETERTFEICET 58T

mEsEE . KRB REEF  FORKFEREER
waEwmAHE . RE KD BRI R EEREFER - MR R aTSEET
e AE - )Ie PRRAT R BRI 250
W HE . PR R PRRAT R BRI 50
WEHIE . DI HAEF BRRRFRESER
MEWAE . EH FEEE BRI RFEEREZR
MEBIE . @k Wk PBRAT R BRIE 50
WEWHE . KB EE PRRATT R R S0
WRWHE . ST PRRAT R EE BREE S0
W AE . FE OEA PRRAT R BR B S50
WRBHE: HF& A HEE PRRAT K S BRIE S0

WRER

Z v NOMOMWSLIZB T DA E SN THWHEHZ T BNL S BREET /UEFEWE L LTERIRLE 170
_ethinylestradiol (EE)% 0.4~2 u g/kg KE/H OFETSD RS v MIKEROBRET 2 &, HEBORE .
PEDRE A D= IERH IR DB 2 E OB EENBOONDL 2 L2 I NETOMIE TR L, KEEIX, £
3, FE e b NI RS HOME EE BEARE L, #0&E Shi EEIRmFICBITT 28 EREILZ L
WZ ERHER SN, £, A% 10 BOIIRICE T 2B FREAICEENRBO b, BEHEHICEER K
ATNWDZ LEWRBEINZ.EE % 10 HDWE20 ugkg REOHETER 1 B SD RMET »~ MIEERED
5L THEFEEHZR O EESOETICHES THEMLE, KERODBREER L REKBCHRT D &, HE
IR BENIIT E A Lo, IPRMEBRICEERPRD N H08£ <, BER DG CIXEENEE O
ERTENTEZZ2 b0 L HEINE, 77, ARIBELREMN 1RO ONTOATEEOREIZE
RO LN, —F, BEROERG CIIRIBEEOBEE LEMBFRD b, FEREFHAN O MRE OB A
MR EN, BIRTE, TEE BIER~OBEEZEDOFREE L RE SN, BERHOZEL ML - DIC4E
B S5HHVETHOWTNNICEE % 10 gkg REOHE TRAKRE L Z A, A% 1 HRGHELVE
FEL TV, A% 5 BRERFSIT TR 7T BREFETHOHEAYOBRENEM L, 7 v MBI 2o
HMEDBEFH LV BEOAEE 7T HREIZL > THERFENT DO ONIZ &6, BERRICL2EREEDOF
121X, all ornone DMEDSELDOFBELL IZE R A A= XL TEE L TWA L DONH 5 AIREMEN TR ST,

A. FFREEM EO#%E (04~20 pgke KE/H) LE-E8MHT
FERBEDOERP KD TZBIRH» b H4 i, BEOETICEVEROBRERR D LD
IBHEAE CORFEIL, B MIBWTHEMIZEBWNT £, Fo, HEIOEIES 5 WIFHRA~D
b ERESREDN LR ET D EERBH VWX B, FITRRIR DRTE &£ ) BHEDILR &\ o T2 B %
Tz IFRTEE E TOMEP L, T v FORHOMES FUSEEINRTRD B, ZIVTITRIR T8/ T &iE
LRI H - 2HAERMIC, EE ZHEFK T PERRER D BE 2L S Z LR ST, LasL,
BE (0.08~2.0u ghkg AE) H2DHVMI S5 HERIE KEROBREHWITILHEEIR THREE8Y & I1FE
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FIEEDHENBO LN b DD, F ORERFIX
LVEHThHoTmZ b REEIZZDER%Z
MBI, KERO#KEIZL D EE OERED
HEEZHAN, £, REROEGHEOIPRIZA DL
N5 BRHIEE LD 7= DICIRRICE T 5 I %
BREEEBL T ORBEN 21To7-, 61T, B3
FENHEBREOBRETHLARDONDIDNE I M,
EHICBRERICIVBREENB(LTIEINE
IMEBRRT AL EENE LTI EITo 7,

B. BrEFkE

1. #HRYEOFH

B EIZH\W = BE (Sigma-Aldrich, F{EE 98%LL
) i, =& — (FestiEs) ICEAE LT 100
mg/mL DIREICTHEL, T2 A by V=
—va & LTACTENLRE L, BEREIX
2Ry 7V a—arka—rl (Fkss)
TEREAIRL, 1 BOREEED 10 mL/kg (272
HEDICREEZRE LU, AEMRAETEEEIRE
7L CRASE 1 BB LINICHER Lz,

2. [FEHEYRIUEESREG
BARF ¥ — /L 2 Y N—RAEE2 0, ALK
Sprague Dawley 2 [Crl:CD(SD)]7 v b & 7z,
FAERO®RE T, FRFEOMAMET » b &
SETHEREMW) & L, B RO TR OV HEFER
EEBRIZHWT,

3. BHUBIUCEEFE

HAEZRO 1 B2, SEOMEARZERIC
Wy, B (BAASEH. BB, SWi=Emh)
PR FCAOBEALTCHEEZZRI L, F0
BE. WEREBIC L 2REZHEAT DI, &
i & CoREHOHERZE L, HEHA R 20
R CRMEAREZ 8 IedH 5\ 10 IRITHI Z 7=,
#5.1%, Watanabe & D#HE P2 BH L THERIL
BT REE LEEREE AV, &5 BIZH
E LT RE % £IZ 10 mL/kg ZEmFRS Lz, %t
FRREI IR & Uiz o — il (REHiER) % [EkE
&5 LTz,

4. REROBRSHZOMIED EE BERAIE
(7) B’EB X UEEHEE

1 His7»5 5 HfE EE % 2 ughkg REROKS
L7z, &G58MWk, FIER G 24 RefitE, 5 B
E4% 6 BeRE 72 & ONT 24 BRI, (RIEFREE T ©%
KEIRD HER M 24TV, MiE 2577, B bh/-m
1EI13-50°C CHRERTE LT,
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) MEFEEBEDEER

ERIIMERESTE L Z—I2FKE L, B
WK 7 <25 7 (Prominence UFLC., EEHIE
AT D) 36 L OVE &4 47E (API 5000, AB Sciex,
Massachusetts, USA) % W CiTo 7z, HIEIZH
W Mg, #IER S 24 KR T, 3~5 K05
BB L-MEEZ T~ L, TOMDEA 2 MME2
~3 E bR L2MEEZ 7 —A LT 1EEE
LT, FEMMEL THEICH Lz, MHEEL3
pg/mL Th o7,

5. REBRNERSFIRREEERETOR
B RIETREDRIT

1) BEBIUIIEOER

04 BELW20gkg DHEDEE %, 1 HisH
5 AfERNEE L, stREBOEBYICIT=—
YHZEFRRRICEG Lz, 10 Bl TIREToRE
FEOEM) & ARIRFREE T CRIE L TR KRB 5
R ZATV, BIERER L7z, 23 R CIaxiia
BXO2 Ogkg/ BREFOEBYZ X b 3L E
F—=NF FY UL (VLT ETEEE)
TEHRMBOBREE L, BREIR2 bEM U7z,
BEH LT, 2 b0 bR ZERE L,
AR R E R CTRERR L, MMAlL 4%/ 37 &
VAT AT E RXIZ10% U v BREE AL~ U
TEEREF LT,

(2 BEHEFREBTICAVLIREOFR

B IR BT Trizol EE (B b m = R
&) B LU REEER v — X (F I —K L)
Z N A H ' — X A EE B MS-100R (KR
Rt hI—HTL) TREVIA XEITHTZ,
Trizol FIE DM FIZHENWKRE TV R — M bR
RNA %7, Z# % SuperScript I First-Strand
Synthesis System for RT-PCR (f > &' b ¥ = U8k
A=fh) . b L < 1E Tagman® Reverse Transcription
Reagents (Applied Biosystems) % VN CTiERE L |
cDNA Z &% LT,

() FMMFE PCREIFEIZ LS mRNA OEER

StepOne™ Real Time PCR System ( Applied
Biosystems) #:& ClJZE L7z, National Center for
Biotechnology Information, NCBI) D7 — & <X —
AHFEILTIA~—REY 7 U =7 (Primer
Express, Applied Biosystems) % FH\ T, luteinizing
hormone %% % f& (LHR ) . follicle-stimulating
hormone 3 24 (FSHR) , estrogen O3 &4 (ERB) |
growth differentiation factor-9 (GDF-9). inhibin
BELUBABBILI = —F—FHR/NLEL (AMH),
3B-hydroxysteroid dehydrogenase (3p-HSD) 72 & O



IZ aromatase * EET D771 v—B LU FAM
T n— 7 2RE L CERICHW ., /o
BB, B UY > 7 iz 20T, Pre-Developed
Taqman® Assay Reagents Control Kits (Applied
Biosystems) AW THIE L7ZNAT RAF— 7
B & T ©®  glyceraldehyde-3-phosphate
dehydrogenase (GAPDH) ODH|EME THIE L 7=,

6. BAEE N5 OEREMT
1) BEERUEEEHRK

10 B8E 20 pgkg ®EE % 1 HEplCEERED
5 U, sREE OB I o — 1l 2 R
5L,

(2 #BEHE

fEH—MOIRREZBIZ L, 21 BENICHERLL T 23
RS E TERICH L, 20, LTOBELEB X
W E T 7o, —MIREEZ B ERTRICEE LT,
2 BED OB —IRIEZBIZR L,

(7)) KE
1. 5. 7. 10 B2 5 ONC 14 B 5% 1 BRI
FICEBMERELRE L, FIBRBICHEELZREL
776

(1) BHIROEZ
10 B o E ARG EALBZE L, Ml
RBOAROLNTZAZHIEAE L L THRELZRE
L7,

(7)) ERDO#E
4ABENSEBREROOEELZEHEL, EOM
AMRED LNZEIIAELZRIE LT,

(=) MREHOEE
SHER G 4 ENIC 1 B, 2 BRI, &
A2 LT, T2 REETV, AL
BRI EAROBEIVEREICER L XE
BROKEGERLFRED 23 BABETHEL, 2 @
RIOBERIARPIZ4-5 H TRIEZEIFLEZ D%
EFEIC, £, B L-BEREHR 28
BINRhoTb0%, EERHFICHEL, BiE
RIEHEADS 14 B UL Bk L7z b 0 & @ik iE Lz,
ISR ZFDOMIZGE LT, £, BN
PR O HEY & REMH O B R OAFT
REF LT,

) ik
MR OB RIT LR OB LMK TE b ik
L. BEMS 2 OIS ERIEEICEHR Lz,
FRIZE LT, ET8mE X hSrveE ¥ —1
FRU DA (VAT ), ITPEHE) TR
BrOBBIRE U, $ KBRS SR L7254, fmE
FL, &blc, LRZAROICEE L, kW
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THEIRE D= OICIRE ZERELL, I, 7E.
TEIR, TR, BEBIORIBLZERL, BEE%
BIE L, 72, BBIOIBHERL, 10%V
VEARE RN ) VR CEE LTz, PRI 10%
U VEERE AL U CEIRCEE L, sHAlOIIR
X7 T U TEEL, NT T vEBLE, 2O
fLDFRE 72 b N TEEIT 10% U VEEEE SV
< U VIR CHEE LT,

() FREDiERkE

TT U TCEE LTINEII T 7 ¢ EE L
2 um DES THY L GEREU R Z/ERL, &iE
DFEe b NCERVRIFfaO R ELZBE L, 4
B OEAERODOFELHE L EOR DR
R LN IR E L BE L,

4 BIFOEEEHA

A=Y VEELZEIBIE AT 7 o oEE L
TI78 b—AT4um ODEIZETL, KOO
Wrim 23 B THh b 400, 600, 800, 1000 35 XN
1200pm DOAE CTERL (£ 1), Zofh<c, +
TICBEE N D b NEE S LK E o728
1000um FELIFRF DY) Fr % hematoxylin-eosin 44 L
TAA—F % VAT A NIZEBZEY A, N—F
¥NVRATA FHEEY 7 hU =7 i-Viewer (BkX&
7 I—m) ZHVT, BIBRO2K, HEBIWV
FEEZhENEMEEHORESZRE L, &5
ICRE BRI IR B LR E 0L 3 B
A LS e BRI OMEOR X 2 HIE
L., 2O EEEOEE LT,

S HIZE Y AATEEE D B ECIRT 2 RV 2R
WA & IR A RS I RA CTEGLE Y 7 &
7 =7 Image ] (NIH) % FV>T 50000 pm?% 3% E
L., 22BN /Mlazn o b Lz,

5) TEBRBLIUCTENELEOHE

FEIX, T 74 EELTI/a b—AT2
pm DEITHEEIL, ~v b Y vzt v
BEToT, £To. T v b EREMERROOENT
WAL= 7 A proliferating cell nuclear antigen

(PCNA) HUEH % N idHi< 7 X estrogen Receptor
o (ERo) FifkZz—kHifke LTHW, ABCIEID
L0 I ORBEEBILFERERITo7, 2D
DOIRERITHFBTHEET (400 %) THFENEERE
MR 31T DB ORI G %2 RO, I 5T,
FHFEAMEET (200 %) TTHEROKREEZFHAIL
77

7. HEROEREGOFEHEINICRIETREERR
i
1) BEERUCEREREEEGHE



10 Og/kg @ EE % 1 BEmIZHERE ARG LTz,
SIREEOEMWIC I 2 — M E RIS S LTz,
Q) BEHE

fH—RIRFEA B L, 21 HEICHERL L €, B
HOOEELEE LT,

(3 Hkr
BEAOXRO b #HWIIy F AL EF —
MFRY T A (Vb _oF ), SIPEE) TF
FREEDO%BARE L, BKENRD HER M L72%, AU
Bk Uz, RO CHEIRRRA D 7= DIZ IR 2 EREL L |
U, 75, TEABIVEBLZEIL, EE%
BE LR, £72, BHERL, 10% Y VEBREER
o U VPRI CREE LTe, SREIT A A & B EAE
L-80°C TR LML 7 7 Vi CREE L., ~

8. HEROIB/REOEBREEBICETIREEZH
DFEAT
1) BEERUEREREK
1.5 5% 7 BIESIZ EE % 10 Og/kg HEIRR O
BE Uiz, XRBEEOEMMITIZ 1 HDHWVIE S5 Bz
a—MERORE LT,
2) BEFE
mHRIREABZ L, 21 AEICEEIL LT 23
Bk CEBRICHE L, TR, LTOBEB X
DRIExRIT o T, —IREBEZIRERIRICEE LT,
2 B bt H — ka2 8L,
(THIE
1. 5.7, 10 HEZ2 5 ONC 14 HE D HI1X 18
BICEMEELZRE L. FIRBEICOERELZHREL
77
(1) BRIR D822
10 High 6 ABIBOF AL L, M0
RO GBI IAEEZRIE LT,
(M o oEg
4R OEAEREOOFELZBEL, BEOH
O b8 EEZJIE LT,
(=) HEEE DBE
8 HE G 4 HMIC 1 E, 2 8MICHIEY., &
AER 28 L T, X 2P REEITWV, HEE
B LT, R OB SRITEEICER U KB
BROBEERIFERED 23 BEECTEREL, 2 8
MOBEGEFIC4-5s B TREBEZERLEZLDE
EFAC, £, Eg LB ERER 28
BEIhhhrolbD%, EERHIZIHEL, BF
RIEEAZS 14 B UL BfERE L7 & O 2 @ik k1T
I EEOMIZHGE LT, £, BEHM
FICERD DN FRIEH L BIBERIH O B o &5
PEFH LT,
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)ElR

MBI OB R ERR OB SRR T % bk
L. FEIEHICER L,

HIRIZB L C, T8 E 2 b X — L
FRY TL (VA RF ), HITPEHE) TR
BrOB%BIE L, BXERD D8M L2, BunfE
Lz, 612, WREARMICEE Lz, kW
THIRAED = OIZINEZRILL, JIE, 75,
TEER, [Flig, Bl ORIBLEHEL, E&%
BELE, £/, BBIOIBRLEIL, 10%Y
VERREE AR~ Y VIR CEE LTz, IRERIE 10%
U VEERERER V< U R TCEE L, Ml o SR
X7 T R TEEL, N7 70 vEB L, £O
DZRE . 72 & N FTEEIX 10% V EREEE AV
< U VIR CEE LT,

9. HEEMEAT

FEHEANT Y 7 b IMP9 (SAS Institute Japan) %
RAWTHEIT 21T o7, 37ebb, HEEHORIT
CERBREEIToTm, Fo. ZHMOMTIL. FR
ﬁ%ﬁW\Aﬁ®—%ﬁ%%ELTSan®b
BREXE LTz, TOMIT, T3, D8O E1T
W, BERICAEBEZEIRD 5N EEE1Z, Dunnett
®§Em@ﬁm%ﬁvwxﬁ%ﬁk%&5ﬁk@
M CEBEMETIT oI, BEEKEIL %L Lz,
(fEEmE ~DEE)

Kﬁ%?ﬁot@%%%i FRAT R B W R
ZEESORBEE THThiT,

C. HEFEE

1. BORE#ZOMEFEERE

Table 1 12”9 K D12, FIEEEH% 24 FEfG L S
Elft 5% 24 R OMICE BEZEITFR O biedo
Tre —77. 5 ARG 6 BRI OMEIZZ N 5B ORRRE
&w&fﬁﬁtﬁﬁ%ﬁb\%mﬁﬁthE
MHAZRBITT AR BB LRV EBRH LN

277,

2. REROBRENIIRBEEERETORE
CRIETHE
Fig. 1 IZHEREZR LT, FEHFHNEEEITES
Nienro 7o, EE 58T LHR mRNA DOFI
METF L, $h% 7 v FOFFE T LHR I3REVER
FOKBICHRET S EEZ LN TS, FEN
DI 10 HE TR VBEERETHARD N Z
&73% EE #5035 EHRICHIT 5 LHR
WL RIT LU TWARBEEN R ST, £77,
3B-HSD I L F aromatase mRNA FELME T L7z,



10 HEOIIE TP AT o4 NBE~DEHE
BZ LW, 23 BT % aromatase mRNA DFEH
KT 232D 5, estradiol DEFLE X UM IsiTsh
EHICETLTWA D EEZ bR, XFI
DOINRARIZ I IR TS GDF-9 72 b NI 7288
RIS R4 % FSHR, ERP. inhibin &9 7
2=y PB LT AMH mRNA EHRICEEITILS
Nhotz, BLEDZ Lk, #HiAERS EE B&E
1210 BE T CTIZINE COLHREHE T 26O
AT A RARLVEVARBICEEL RIFT 2
LRI X Tz,

3. HEROBREDOEREE
REHBIIREOEBIRD N1
(Fig. 2), F7=, —RIREOERFELZRD L4672
Mol

BAIRIF ONCEEBE D iC BT 2 His L {RE % Table
21T, E£-, BRI B RKEDOH
%%mg3pﬁbt0_ﬂ6%¢m%é&ﬁpﬁ

Ej%’ o EP) Eﬂfiﬁﬁo 7:_0

H#@é RS AR OZEALE Fig 4 1R L
7ro XTHREECIE 8 Wil b 2B EE e E# %
EFE LTV, T0%, EREED D WVITZ oM
ORI EORE AR ERTHA RO O
7o, 2ETHY | ERRMEREZERT 28
DEBICIBBEYGB OB THEETIR D b
pinotz, —JF, EE %G5 TIE. BERYE TR
TR R L BLE LT- 8 Bl PEIZ 2GR0
b, T OEIEIIIREE L i L CA B EEE
R LTz, & LICHEEOEITIZH, EE 2 EE
ZERT DEMOEIERED L, 16 B S xt
REELE ORIICEEENRO bz, EE &5
BAEMREONRTIL, WTNOBERE | &
EIEDH D WVILEFRRBICHEINRY [Z 0]
DEEREbE L, TOEEIT, WThoBlZER
ORI L iR L CAEEREEZ R LT,
R, MREOBMICHLEE SN 168
#22b EERGHTHLR D DN, SR
TOHBRMEE ISR L EERGRH OB TEE
#is@%ﬂ&#otmEE&ﬁﬁf IxPRREE T
FY)) BV TR WS r;g)%b%i?lwu O BTN,
ZDEETE, WThOBIERE G X REE L EBE &
R L OB THEEBEER R ST,

FEEHBICB T 2REHH 2 WVITREY
DB EBEBERIEE O BEOFE % Fig. 41ZR- L
7o 20 pglkg %55 T, ﬂ%ﬁ&m&f%ﬁg
HAR & b ICERIER 0BG B3 72 MER 23T
E)j’bf;ﬁl ﬁ::::l: jnru H oo 7‘;0 ifu\ I_]
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FETIT B iR OEAT IV B IR IR H] 0)%'1/—\753‘?&’9
ERRAX AL RAE

%3\?5?5 %ﬂ?‘:?ﬁ\ Efﬁ%ﬁﬁﬁ 'C\\ﬁ%r: ntu &b
biviahoTz,

Z AR [EE L= E A o E1$5 % Table 3
W2, £ B B £0% Table 4 1278 L7z, EE #&
HRF T 20 pgkeg EFIZBWT, B DET
W VEE B o BRI B L, R B 2
HEMET AHERNED b7,

EEER Table 5 IZ/-R LT=, EE®REHETIZT
EBABIVRIBEEOFEREMARD bz,
H B O PEIIRMRAE O FE 2 © NZIIER B L OV
HEEE% Table 6 II/R Lz, BIEHH D 0II%RIE
BHC L L 7= BRI TiE, xHRREECIX 13 4
o6 BIOINEIZIRNFER SN =23, BE & 5T
X 10 pghkg EBHDO 1 BIORTH T, JINR
DOENRNSEM OB TIHITRB I OFEE
BICKTHRAE S BERGH O TRERITRD O
Nipinofz, Table 7R L 912, RFREEL 10
ng/kg B E5EIZ DUV CTIRBAERR OB R U % 1L
L., BEOEEAR LR, STREECIIEE
U7z 5 BBl EERER O S, 10 pgkg %
HETIH6HIF 3B TIXEEIED DD -T2,
—J5, 10 pglkg | E5#ETIE, £FNCFEIDRITIEN
BEINT, IR TI 20 pgkg TEEED 1 B2
HEaRhOE >BE2IN-MIZEFEEIRD LN
729357 (Table 8),

BT OERICFEIXEEIZIX EE 5 OZEITH
b%hﬁﬁotﬂ\¥5%®ﬁﬁEEﬁﬁﬁfﬁ
Bl Lz (Figs.5-6), £7-, WIE LRMERIC
i 5 PCNA GHEMEFEEIS b 20 ngkg &G T
FEIET Lz (Figs.5-6), —7. FHIEHLICE
BL7=% 2 HloF+ENEE ERMRIZESIT % ERa

PR DEIEIE. EE &5 THEIMOMEMm 1T
D B AL, RIER DR FNTE 7 BARHT T b #ERR
niz (F—Zi3mE),

EE &5 TRIREENEMLZZ &b
B EAT o 7, FERIX Figs. 7-9 1R Lz, BIB®
Fo il L Gl O TEHMEIL 20 pg/kg #-5EE D3 FREE
CHELCHRREMEE R LIz, BBEOE ST
EE 5.8 & xR OB CHEZEITA bR o
7ZAs, BB 20 pgkg B ERETAERBERZ R
L7z, SOICREEHERT D 3 BIZOVWTERS
e EE A mMOREIZEIE L., T OVEEELEH
LR, fRFOE X DA REE & 20 pg/ke
BEHLOBTHEEENA DN, & BICHRE
BIOERFIC OO THRBELFSHBER O
THOENL S 20 pg/kg & 5-HE OMEI G RREE & L



BLTHEEICEWEZRL, 256 0B TlLf
DY A XPHEML TWADZ ERREB I NI
(Table 9),

4. HEROBEIFIEPEINCRIETTEREE
Iwhmnﬁ%ﬁ%iwumy@&ﬁﬁwﬁﬁ

‘ﬁé%%ﬁﬁ@#%%%bﬁ@ﬁ%ﬁf

WBEIRASER D D=3, 10 pg/kg 58T
;t?éifi)'ﬂh LD B WEID B o T2, HESRDFR® &
NIZEM O BRSBTS IREE L ORICE EZEITR
DonRpole N INREEIFERIEELZRL
TV, FEERIMEEOERZ R LEZNEEE
otz FTEABIVREIBERICITEREDOE
IO LN o T,

5. HEROBREOBREEICET 2ZH
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Table 1
Changes in serum EE concentration in the neonatal rats after repeated oral

treatment of 2 pug/kg of EE for 5 days from postnatal day 1

Time after treatment Number of samples EE (pg/mL)
Twenty four hours after the first treatment 4 12.8 +£3.4°
Six hours after fifth treatment 3 47.3 +£8.1°
Twenty four hours after fifth treatment 3 6.7 £2.1°

Values represent mean = SEM. Each sample consists serums from 3-5 rats at 24
hours after the first treatment and from 2 or 3 rats at 6 and 24 hours after the fifth
treatment. Different characters shown in the serum EE concentration represent
significantly different at p<0.01 by Turkey-Kramer’s HSD test.

Table 2
Ages and body weights at eyelid opening (EO) and vaginal opening (VO) in the animals

treated orally with 0, 10 or 20 pg/kgof EE on postnatal day 1. Values represent
mean + SEM.

EE (ug/ke) 0 10 20

N of animals 13 13 13

Age at EO 13.2 £ 0.9 12.7 £ 0.6 12.8 £ 0.8
BW at EO 35.2 = 3.6 33.2 = 2.3 33.0 £ 2.6
Age at VO 3.8 = 1.2 3L2+ 1.9 3.5 = 2.3
BW at VO 127 £ 8.5 123 £ 13 122 =+ 12

Values represent mean + SEM.
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Table 3
Number of estrous cycle revolved during each observation period in the animals

treated orally with 0, 10 or 20 pg/kg of EE on postnatal day 1.

EE (ug/kg) 0 10 20

N of animals 13 13 13

Postnatal week

8-9 1.9 £ 0.1 1.6 £ 0.2 1.8 £ 0.3
12-13 1.9 £ 0.1 1.5 = 0.3 1.9 £ 0.2
16-17 1.9 £ 0.2 0.6 £ 0.2%x 1.2 = 0.3
20-21 1.7 £ 0.2 1.2 £ 0.3 0.7 £ 0.2%

Values indicate mean = SEM.

* and ®*%, Significantly different from control at p<0. 05 and p<0. 01, respectively.

Table 4
Average length in days of estrous cycle during each observation period in the

animals treated orally with 0, 10 or 20 pg/kg of EE on postnatal day 1.

EE (ng/kg) 0 10 20

N of animals 13 13 13

Postnatal week

8-9 4.0 £ 0.0 3.6 & 0.5 4.2 £ 0.5
12-13 4.2 = 0.2 3.5 0.6 4.2 = 0.5
16-17 3.7 £ 0.3 2.3 £ 0.8 3.4 £ 0.8
20-21 3.5 = 0.4 2.6 = 0.7 2.0 £ 0.7

Values indicate mean £ SEM.

Table 5

Organ weights at the terminal necropsy on postnatal week 22-23 in the animals
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treated orally with 0, 10 or 20 pg/kg of EE on postnatal day 1.

EE (ug/ke) 0 10 20
N of animals 13 13 13
Body weight (g) 370 =+ 10 366 +9 343 £ 9
Pituitary (mg) 18.0£ 1.1 22.8%+1. 2% 22.0 % 1.3%
Liver (g) 1.4+ 0.5 12.5%0. 4 1.6+ 0.3
Adrenal glands (mg) 71.9+ 3.2 85. 61 3. 5% 90.1 % 3. 6%

Values indicate mean + SEM.
* and ** Significantly different from control at p<0. 05 and p<0. 01, respectively.
Adrenal glands were weighed for 10, 11 and 11 in the 0, 10 or 20 pg/kg of EE treated

group, respectively.

Table 6

Ovulation and reproductive organ weights at the terminal necropsy on postnatal
week 22-23 in the animals treated orally with 0, 10 or 20 pg/kgof EE on postnatal
day 1.

EE (ug/ke) 0 10 20
N of animals examined 13 13 13
Animals found fresh oocytes 2 1 0
Ovaries (mg) 83.7 120 —
Uterus (mg) 664 322 —
N of oocytes 13.5 11 ——
Animals found old oocytes 4 0 0
Ovaries (mg) 91.1 £ 6.3 — —
Uterus (mg) 463 = 33 —— —
Animals found no oocyte 7 12 13
Ovaries (mg) 69.0 = 6.4 55.1 £ 1.5 61.1+= 5.5
Uterus (mg) 464 £ 53 520 £ 15 503 =+ 10

Values indicate mean + SEM.

Table 7

Histological findings of ovaries collected at the terminal necropsy on postnatal
week 22-23 in the animals treated orally with 0 or 10 ug/kgof EE on postnatal day
1.
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EE (pg/ke) 0 10

N of animals examined 5 6

No corpus luteum 0 3
Formation of cyctic follicles 0 6

Table 8

Incidence of macroscopic abnormality of the mammary gland at the terminal necropsy
on postnatal week 22-23 in the animals treated orally with 0, 10 or 20 ug/kgof
EE on postnatal day 1.

EE (pg/ke) 0 10 20
N of animals examined 13 13 13
N of animals with a white spot 0 0 1

Table 9

Cell densities of adrenal glands collected at the terminal ne'cropsy on postnatal week
22-23 from the animals treated orally with 0, 10 or 20 pg/kg of EE on postnatal
dayl.

Values indicate mean + SEM.

* Significantly different from control at p<0.05.

EE (ng/ke) 0 10 20
N of animals examined 3 4 4
N of cells/50mm’ zona fasciculata 140 *+=19 102 £ 9 91 £ 6%
N of cells/50mm’ zona fasciculata 315 £22 290 =31 197 £22x%
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Table 10

Ovulation and organ weights on the day of vaginal opening (VO) in the animals

treated orally with 0 or 10 ug/kg of EE on postnatal day I.

EE (ug/ke) 0 10
N of animals examined 6 7
Age at VO 30.3 £ 0.4 29.1 = 0.3
Body weight at VO 114 =+ 14 106 =+ 8
N of animals ovulated 6 5
N of oocytes in the ovulated animals 12.2 £ 1.9 o 12.2 £ 2.2
Ovarian weight (mg) 35.1 = 2.8 31.5 = 2.8%
Uterus weight (mg) 180 =+ 35 143 =+ 19
Pituitary weight (mg) 57+ 0.7 5.6 = 0.5
Adrenal weight (mg) 28.8 = 2.5 25.7 £ 2.4

* Significantly different from control at p<0.05.
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Table 11
Ages and body weights at eyelid opening (EO) and vaginal opening (VO) in the animals

treated orally with 0, 10 pg/kg of EE on postnatal day (PND) 1, 5 or 7.

Administration N Age at EO BW at EO Age at VO BW at VO
of EE (days) (g) (days) (g)
PND 1
0 pg/kg 4 13.5 £ 0.3 34.1 £ 1.1 33.3 = 1.1 128 £ 7
10 pg/ke 4 13.3 £ 0.3 331 %= 1.4 33.0 % 1.6 129 £ 10
PND 5
0 pg/kg 9 13.4 £ 0.2 33.9 = 0.8 33.3 = 0.3 131 = 2
10 pg/kg 9 13.3 £ 0.2 32.7 0.8 31.2 £ 0.9 114 £ 5
PND 7
10 pg/kg 4 13.0 £ 0.0 327 + 1.1 32.5 £ 1.3 124 + 4

Values indicate mean = SEM.

Table 12
Number of estrous cycle revolved during each observation period in the animals

treated orally with 0, 10 pg/kg of EE on postnatal day (PND) 1, 5 or 7.

Administration N Postnatal Postnatal Postnatal Postnatal
of EE week 8-9 week 12-13 week 16-17 week 20-21
PND 1
0 pg/kg 4 1.5 = 0.3 2.3 £ 0.3 1.8 = 0.3 1.8 = 0.3
10 pg/kg 4 1.5 = 0.5 1.5 = 0.6 1.3 £ 0.6 0.5 £ 0.3
PND 5
0 pe/ke 9 1.8 £ 0.3 2.3 = 0.3 2.4 £ 0.2 2.0 = 0.2
10 pg/ke 9 1.6 = 0.3 1.8 = 0.3 2.0 = 0.3 1.1 £ 0.4
PND 7
10 pg/kg 4 1.3 = 0.8 1.8 £ 0.3 1.6 = 0.3 0.8 = 0.5

Values indicate mean = SEM.

Table 13

Average length in days of estrous cycle during each observation period in the
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