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1. [FC®IC

Estrogen receptor (ER ) B4 E DENZREKICEDIEARRNTOELEFHREALHICIE. VAR
ERNZBRREDHEE T TG AT IFA—E—LBETTFIEI—EMEINDAVINIBEED
BHERDODHENEELTOASIEN  EFOHRTHLNZGYDDHYET . KXy E 7 vt
ARIZATIFAR—E—EMAS_ETILEYE-BRAZBER-ATIFRA—E—N0LEH5EEEKD
EBERHLET BEONAV TV T TvEARIHRAZERANDLEME DR ELRET
201U, KXY TIHEGTFRERADICEAE T IESHROBHERLE T 550, 10T«
DITvECGRELBRLTIEZMED ERB [T HVAUFERZ LY EREICFHETEE T,

FyrDHEE

SITIET., IREERBIEHN 3BT TLEY,

BERE. WEBMIIAEEREL- ELISA (AERHRTT,

WEEYME. EXMEEFALTOVAEN-O . HHREEEORKFIEITETT,

96 NIAHYOZAEZ—TL—rEFIBALTWS A, EHOYUTILORIBT7 YA A EEET
ERS

Tyt AITHELRREBHAETIRNTETIYNMIEENRTLET,

O ZJL—MIRMNIYTEALT (129z)L | RRYYT ) EEH>TWET DT, D EIFEAMATRE
TY.

o o R R Y

O

3. TyvtARE

ERB [F7T=RIEfEETHETIULARBENEILL. I7VFA—4— (SRC1) &#EELT
BEGRERBLES , KXY TIE., 96 "I 19044/44—FL—h LIZ SRC1 ZE#HIEL. D
BROBEERELET,

EBREOTVEATIE, FLHITHNZRAEEEIEEEL SRC1 RTFRETL—MZEMEL
SEFET, RIT, SRC1ZEAMIELI-TL—FATHBAENERBEY VT ILERGSEET, TL
—hEERS®R. SOICEETHERILAF IS —F (HRP) TEELE-BRERKERISSEET,
TL—bikiE% . HRP OEETHAITIIAFILALSDY ( TMB ) #MATERREZEHS
B, —ERRERIGEFELELET ., COBROBRALEE 450 nm TRE T SHILIZLY, o
IWOUA R ERERELET,

TIZRAMEMELH#EE LT ERB (FILABENZEIEL, TU—MZEHIELTz SRCT &EBIC
HELEARERHLET . TOHR. RAERIUVAUFREXRFNICERLET,

AFYMZIE7IT=ZARELT B-Estradiol (E2 ) MRfAShTEYET,
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1IZT7vEAREBEZRLET,

H1. 7ytA|RE

G SRC1 ( + ) solutioni&n

SRC1 [&481E

ERB solutioniZin
AR

Detection antibody solutionZin

TMB i

B 56
\V
L

2B
G Stop solutioniF& N
HISE
SRC1 ERB YHUE Rk T™B
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AFYMTE2ZEVAVRELTTI ZAMRKMERBRH T v A E 1T o RO BB T —52%H
2IZRLES . REFKOSEIZLTTEL,

E2 DEREIREZ 250 nM &L, 5 BRMRINEEHL T v EAEITOTHEYES,

A: RIGHIREAEMBEZEZRLET,

B: AZRIEL-IROELBERMBIOITILORFERLET .
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4. TIYFOARE

AXIMIE LTFISRTIONEENTOEY  HFHEDORBLEITONTIX 6 7yt(A
& DIEESELTUZS,

FyMER

AUR—RUM T IEEEE 1 - HE 1
AUR—R U IS 12

( RAFEEIZ 2~8C )
( RERE(X -80°C

) MoEHSNTEYEY,

aVR—RY | BE = 1| =0t XEHTD -
}\ NO. NO. 7’\)1’:13%% uzF*;]_\ mﬁ'i
1 )—JLwvhk 188
_— 96 wells / 8 RAkwT 1%
2 Microtiter plate JL—k ( T )
30mL 1R
3 Assay buffer < RCAS > Assay buffer (30 mL PP AkL)
. . 100x Detect- 0.14mL1XK
4 100x Detection antibody < ERB > 1 "ontibody | (1.7 mL 752 FwoF2—7)
, , 14 mL1 A&
0,
5 Stop solution ( 2.7% #RE& ) Stop solution (15mL PP RRL)
I . . 4mL1AK
P 8CIRTE 6 Dimethyl Sulfoxide ( DMSO ) DMSO 5 mL ASRF1—7)
7 ERp agonist E2 0.3mL1x&
B-Estradiol, 5 uM in DMSO (1.5mL HSRFa—7)
. 02mL1 A&
8 100x SRC1 peptide SRC1 (1.7 mL FS5RFvHF2—7)
9 Plate seal % 14
10% 50 mL 1 X
10 10x Wash buffer, phosphate Wash buffer 60 mL PP RRIL)
11 TMB substrate TMB 25mL1 XK
I 3K
-80°CRTF 12 ERB ERB (0.2mL PCRFa—7)
5. Xy MERLDEE

AEAE ABRARAICHESN=LDTY . A BMOZH B TORERAIFHER LA
TLZELY Fzo AMEAN DR S [FHAERIZLAEN TS,
0 fERZEZAHIGENHYFETOT, ARITODVTERMGMBDHSALSMMEIERALLL TS

=&y,

0 SRBRPIEVGRERZECERAL. AENARBLEFCEEMNY, ARIZASILED
BOEIFERMYFZ TSN A— EDEIGENEEBEICFELICKED K

THETHLREL. ERMDIERERIT TS,
O FERYAHHISINILRT(MB)EHERL TS,

ERB-SRC Ver.1.0

4/19




AMERVIRVDOIEE, FLOFYT - EXRVREEF AL TIZELY,

HUTIL REHIEDETDRNCLEBRLTZEN BRIFERY T T E - LEREILE
MIZEYITD RILTYIRZIFY G E IR HEULMBI L8 T TS I ERB [EF
REGREDO ., BE Y UTNBREDEBEFERY TV TR ER O GBI EHT
ToTL=ELY,

0 SRC1 ( + ) solution, SRC1 ( - ) solution, ERB solution K U* Detection antibody solution
DFRIIERERTITOTTSLY,

O TL—rOEEZEILVELICLTIESN, EENAFN TS LR ERIEMNERICITH
NEBA T—E2DNTYXDREICHEYET,

AVMA—LE LUV U TILEBRET n=2 LEOT v/ Z#HREN-LET,
ERHHAOVNE. 2724 RCAS FYMETOREEDEWLELIFLALTIZELY,

O KABREIHICEETIOT.ATERATYTITRLIC. M DEVTILELRCKITHKEL
TLIZEWY, $5IZ Wash buffer DERRIFNTYFDOREICHEYEST DT, HFEIETLITHR
ELTLZELY,

0 HERZMASIEE. RISEHEEFEZORMENNTVIABIZHR LTS,
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6.

7TyvtAL ik

T oA ZRH BRI T BFAH<ESL,

(1) DEGHRELIUHR

O
0

O

O 0o o O

TAHAERYREEUF YT (1-20 pL. 20-200 pL & 100-1,000 plL )
TARAR—HITNWAHSRABTANF2—THAIWEITARAR—FTILTL—k ( BT IS
AERURER)

R)TOELVEF1—T (SRC1 ( + ) solution, SRC1 ( - ) solution KU Detection
antibody solution S A )

AR — (500 mL)

EBKHDUEHRAA K

DMSO ( YT ILRAEBELTEFIYNMIFHLTHYFETA . FRTHIEEEMAMETLE
&) DMSO ( Cat. No. 046-26023 ) ZZFEHLIZSLY )

RA4yaTL—rRRESH

450 nm CRIERI§ERT A VAT L — RRALEL

8 EYA/AE Yk (200 L)

TAARYI X (ERB solution, 100x Detection antibody. Assay buffer &1} Detection
antibody solution D—BMRED=HIZFEALET )

AT IHyF

(2) FybD#ElE

TytABIRD 30 567 £TIZ. FVrERBRED LICHUER (CRLET,

FE1=. 100 x Detection antibody K1} Assay Buffer |$Fa&XYHL 2~8CIZERE S K
B THEL TS,

Tyt AZRIRT HR1I1Z DMSO A EEfiEL TLVELMES (X, 37°CTIRLBAEL TEELY,

(3) Wash buffer M & &4

10x Wash buffer 50 mL 22 B KHDUVERRA A2 KEMZ THREBEZ 500 mL (25
BLAITHEVWKSISERELLGLS, KCRFILET,

10x Wash buffer [(JE;RTHHELTWSIEAHYFET  BRICELIzZ. EGREIRMICKY
+RICEBRBLTHLI RIS,

AHE 2~8 CTRELTZEL, TDIHE 30 BLIRIZTHERAEEEL,
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(4) SRCH1 ( +) solution D&%
129D DT vEA%EIT51ZIE 1.5 mL @ SRC1 ( + ) solution NHBEELYFET,
F9.SRC1 A RBEL TSI LEMRR. EXRYTAUTIZKYBONITEELET,
AL TULVELMEEIL, 37°CTIELRLAZL TS,
RIZ. Assay buffer #F1—TIZHBLET,
=%&IZ. B L 1= Assay buffer [Z, Assay buffer @ 1/100 & ® SRC1 ZFL. IR
MIZEVBOMEALET,
RILT VORI XY —LECLDBLLMBH T O TZEL,
FAEIL (6) DEEFITIERIZITOTT L, AELI=solution (XFEARTSETEE T
HBELTTSL,
—EHLT= SRC1 (+ ) solution L4 E - ABRELLENTTSLY,

(5) SRC1 ( -) solution DA

TL—hIS529%T7vt49 BEIZERT 5 solution T, FL—rIT 12DV T “8
HMGMITEITI5HE” DEEZSRL TS,

129D DTIEA%E4T5121E 1.5 mL @D SRC1 ( - ) solution BNAELHEYET,

F9.DMSO W REL TWAILEHERLET .

RIZ. Assay buffer #F2—TIZHEBLET,

=#&I1Z., 2 HXL71= Assay buffer [Z, Assay buffer M 1/100 & ® DMSO Z &ML . xR
MIZKVBOMEEBLET,

RILTYIRZFH—LECRDBLLMBH EITHAN T,

RAEE (6 ) DBREETSERIZIT>TTRIWL, ARLI: solution [XEHATHETEE
THBELTTIL,

—EFHELT= SRC1 (-) solution (LA E - ABERFELLZLTTELY,

(6) FL—hm (i
TILERERFL. TL—FERMYBELTEEWD, TU—MIRM YT RALTI2H>TULET,
FEALGWOWRRM YT EIL—LHISNLTERBFIDASITILIRIZEL, LonYEFEEHT
BHET. 2~8CITRHFTHIENTRETY , TDHE . TYMORIEHABRNICTHERL S
Wo AR TIETL—LDSIETROT VO FOMER TR TEFU YT L,
E=—LT—FETRMN)yTEITL—LICEEL TS
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(7) SRC1 (+) solution . SRC1 ( -) solution ®i&iN ( SRC1 EHEIETL—MES )

a. TRTHYTIVIZ8EIAIOERYMERANT, 200-300 uL §°-D Wash buffer £i&=L %
T RIZTHOT—2avIZEY L TOY L P DERERV=E., AT ILEIZELDIFT
RiRESEEICRYBREET (Wash buffer O FRELEIXFTIEEZSHBLTESLY ) &

b. a DFEFEZEIHIZ 2 EIRYRLTZE ( Bt 3 BIDEFREFEETVET ) o

c. 19z/L&/Y100uL @ SRC1 (+ ) solution ZFMLET .

d. TL—rEI—ILTEW. X178 TL—rRIRESEERVTERN D —ILICDODNENEE
DRETI|RESLEA S, i (20~28C ) T 1B/ RISSEET,

CCORGOREIZ (8)-(10) DELETVET,

-BRT7YEAEITIEE. ATYT ¢ DEER. TL—rE2—IILTEL 4°CT—REREFELT

EH G HIEEARETT .

B TETAIO0TL—FERESHELT TAITEC #HEBNAFS—H— ( BHE M-

BR-022 ) #{# L 800 rpm TIRESLTULVET,

TL—RIS20ETIEATBHEIE “8 HMGMBTEITIHE" DEESBLTIZAL,

(8) DMSO. E2 D # &
AX Y TlE DMSO R HT47 -2 bA—)LELT.E2 & ROT4T -avbA—)LELTHE
ALZEY,
DMSO & E2 (3 FE ICTRBI %, ERYTAUTIEYBOMTEELET.
1 DING D7 rEALETIZ/ES pb DAV IOA—)LARLEELZYET,
E2 DRE 5 UL #7 v A IZ# LI5S ORIEEE(E 250 nM T,

9) HoFILBEDAR
DMSO [CTHREL TS, ARIZETAAR—YITIWASRAETRANF2—THHWNIET
A RAR—Y T TL—rERANTEELY,
1 DTS DT YELELTICIES b DY TIVBEBRDPBEELGYET,
HYUTIVER 5 UL &7V EAIHLIGEORKRRERYUTIVERREED 1/20 TT
(Bl YUTIVBRBEEN 1 mMM OBE. YT ILORKEEIL S0 UM ELBYET ) o

(10) ERB solution @ &f %
12 9D DTvEAZE1TIIZIE 1.5 mL O ERB solution BAhEELYET,
ERB & k47 TrLfiE% Assay buffer ICTHIRL . EELREFIICLVIBONTRELET,
RILT VI RIFH R EICLDBLVMBI T THENTIZEL,
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FREEETA—F N N DA 2 TN BEHEL LUV RED NGRS TVET,

RAEE (1) - RTvT a OEFEEEITIERIZITOTT S, AL 1= solution (X1#E
9 5FETHKA THELTTILY,

ERB solution (FE#ERARICKYFENELIETLES, D=6, —EFRLz ERB
solution (AR - MERFLLGLTTELY,

(11) ERB.HYUTILBREDFM ( HEFLK )
a. SRC1 E#{tTL—MEEBHIEMNS 1 BEE. THhoT—avIckYLTOIzILE DR

BEBREFET,

b. TRTDYITILIZ8EIAYRAERYREALVT, 200-300 uL ¥ D Wash buffer &=L FE
T o RIZT AU T—2aVIZEYETOVIILRDBRER &, AT ILFITELDIFT
BRETEICRYBREET,

c. b DFEEISIZ2 ERYIRLTLEZSLY ( &5 3 BIDERFEEETVET ) o

d. SRC1E#HIETL—MZ 1 Dz/LdH/=Y 95 ul M ERB solution ZFHMLET ,

e. YUTIWBRE 1 DINBEYS pl FMLET, 7yAEIZDMSO % 5 pL FmLi=%
HT47-2ob0—ILDITILRU E2 % 5 uL HmmLzAROT47-avbA—ILDDTILE
EHELET,

f. TL—rEL—ILTEN. IM7ATL—FAREEERAVTERD D —ILICONVENEE
DRSTRES LGNS, FF (20~28C ) T1HR RISSEET,

ZORBOBIZ (12) OELETVET,

MR TIETAI0TL—FEIRESHELT TAITEC #HENSFS—h— ( 8L M-

BR-022 ) Z{#HAL 800 rpm THRESLTULVET,

(12) Detection antibody solution 0 5@%!

12 9L DTvtA%E1TII2(1F 1.5 mL @ Detection antibody solution HNLEELLYFE
el

F9 . 100x Detection antibody #K# IZHFL. EXVTAUTICKYBONMIEELE
ER

RIZ, Wash buffer &Fa—TIZHEBLET,

%12, 5B L1= Wash buffer [Z, Wash buffer @ 1/100 & ® 100x Detection antibody
L. EEEFMICKYIBONIRELET,

RILTYIREX Y —LGECLDBLLMBH X ITHALTZEL,

FEE (13)- ATV T aDEEBREEITIERIZITOTT LY, FH&L 7= solution (X {#
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THETHKF THFLTTIL,
—EEASLLT- Detection antibody solution (X4 & - ARARTELLZWVLTT S,

(13) R HEDOFM ( RERGES )
a. BWAEKKERENG 1 BEK. TALT—2avIT&Y 2TV FOBRREREET,

b. IRTHDVTILIZEEIAUOERYRERLVT, 200-300 uL. 3 > Wash buffer ZiiifzLE
Yo RICTHAUT—2avITEYLTOV IR OB RERN=E . AT ILZFIZELDIFT
BRREZEICRYREET,

c. b DEEFEISIZ2EBYIRLTZEL ( 5t 3EDRFREETVET )

d. 1 2z)L&/Y 100 uL @ Detection antibody solution Z&MLET ,

e. FL—rEL—LTEWN. RM/OTL—rRRESEERAVTRRN L —ILIZDONGNEE
DEEITIRES LGNS EE (20~28C ) T30 #ff RISSEFET,

CORGORIZ (14) OELEETVOET,

MR TETA/OTLU—rAIRESHELT TAITEC HENAFz—h— ( BE M-

BR-022 ) #{# L 800 rpm TIRESLTULVET,

(14) TMB D %1
12 9T DT IEAETIIIE 1.5 mL O TMB ARELELYET,
TMB [FZDFEFFEALET .
YD TMB 2273 515 A3 2-8°CITTITo TS, TMB DAEICIEIRTHRDE R
YhFUTREEFERL TSN, D ERICTMYAEALRZY ., B1<iEo1f= TMB [E5 2
LEBEFRICELFET . EDELI7 TMB [FEALLGLTZELY,

(15) &, fE

a. BRHENAEERMENS 30 2E. THoT—avItkYRTOIIILF OB REREET,

b. FRTDVITILIZ8EIAYVOERYRERLVT, 200-300 L §D Wash buffer =L E
T RICSTAT—2aVIC&Y R TOVTILF OB RER & I ILFIZBLDOHT
BRRETEICMYBREET,

c. b DIRFEEISIZ2ERYIRL TS ( &5 3 RDEHEEZTVET )

d. 19z)BH/~Y 100yl O TMB EHFMLET .

* TMB, Stop solution DTL—r~AD 73 iE(E. RISEMIZSRENELENESIZ, AT+

YFEEEFEL, —EDHERTEMT HLIITL TS,
e. Zim (20~28T )TH#E L.20 5 #ERIEELET ( BRIZELLETS ) . RE
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BIEIRESEL LAV TESL,
* F 8 RIGEFREE 20 2 fZ EREL TSN, RERIGEERGEDHEEZTHIENH
UFET . REBIORBRIGIERAT«T-avbA—)L (DMSO ) OFEBLERSEIDTE
BLTLESLY,
f. RBRIE®R.1 D2z/H/Y 100 uyL @ Stop solution ZHMLET ( EBICEIELE
¥ ) .

9. BREN—ITT RO, TL—R)—F —DEBEEELERT N IVEL T EITITETE
GRILET,
BYELTETIBRICIE. TU—rEEREDLIZEE. ThEThDiD%E 4-5 EEEE
F9, BHARVESLENKIITEFEL TS,

h. 30 5 LLAIZ 450 nm DOWRFEEEBELET .
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7. PytAEEOHE

ROTF«4T-avkO—)L (E2) EXATF4T-avkO—)L (DMSO ) ORAEDEN 0.8 LL
TTHIEE. VO TILOERLGT v EMENBLNTUOEWATEEELHYET “11. kST
A—TAVTHARNDEESHL., EHEET7T YA EEZFIHICEREBRE T T,

8. HMIEMFZEITIEE
YUTILDOHREITES>TIEYUTIL- ERB EERD SRC1 FHRFMICVTILICHE LAY
RIGERTENBYET . F=. YU TILOREKRFHEOBRLE . FYERICHUTILOR
SHEERTIDELNHDISEILUTDOHEERRL TS,
@ HUTILOFRRIEMEANREL . RIGHIREREDRT 5,
@ FL—rISHELTSRCT #EMIELIEWL YD)V ( BEHEIERFIZ 1 Dz/LéHT=Y 100 pL
@ SRC1 ( - ) solution ZFM ) & SRC1 EMIEITILEEEEL. Yo TILDTvEA
ZRFICITVRAEEZHER T 5, SRC1 BV TILDOL Y FILE SRCT FEEHHEIEY T
VDT FIVEFLET HIETHRIBERENEINDHIEMAIBEICHEYET,

514 & It BIEHERE
0% SRC1 @wm:»
B 3. ABtERE g —
= SRC13EEMILTIL
e  — |
tEMEE tEMEE
9. ILFHI

FUrEBICTHEREZT O TEYFEEADT, FREOVMIBTAEBZRILTEYEEA
A UTOESBISAMGERNTRREEALNET,

9-1. FUAI=ARPyEA

EC80 ( RAEMD 80%NEMERTFIZRCDEE ) OFITZAM YU TILEREFIZ
AT AHIETTYEAZETASEEZAONET,

UTICREEZRLES,

FO—EREDTI-_ALERALET7UAT_AMEMES ERB ERGSESE, 7I=XE
-ERB AR T THLT VAT AMEME - ERB EARNEREINET , 7U2T =R MM
B - ERB &AL SRC1 &#EE LIV, SRCT1 LDEA AL AATTHEA 7T =Xk - ERB
BEERENHPL.SRCT1 - 7I=X+ -ERBEERENHILET TR, WAET Y
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TILREKREFEMITHEDOLET,

UTIZ7yEABlEREH LET

FOBAETIAZADREKRFERICHENS EC80 ZRETILENHYFT,

il 7o RAI=XELTICIN82,780 %

i)

E2 ® EC80 [F&HHELZ 16 nM T,

FIZAMELTE22EAT 5156

6-(8) DRTFYTT. *HF4T a2 rO—)LELT 640 M E2 £DMSO % 1:1 TIES
TR REEBLET , ROT4T -3 rO—)LELT 640 nM E2 & 200 pM IC1182,780 % 1:1

/J:l: = L»T::ﬁw&%—%ﬁtbia_

6-(9) MRATYTT.640 NME2£EFHHL, o TILE 11 DHETRALEY VTS

REERLES

6-(11)-eDRTYTT . HUTIVEBERE 1 DI NHY5uLl FMLET, TyveAEIC
DMSO + 640 nM E2 MiEE®&ZE 5 uL FMLE=RrAT47 a2 ,A—)ILDOD )L KT 200
MM ICI182,780+ 640 nM E2 MiE& &% 5 uL RMLI-ARST4T -avkA— LD z/LH %

BLES,

LIFIC.E2%

i)

Standard ICI182,780 + 16 nM 3 —Estradiol

35
30 |

25 >

I1C50=56.5 nM

FAZRRELIGEDT AT RNy 1 5% RLET,

B 4. 1C1182,780 ( antagonist, 16 nM
E2 #ET ) OREKRFMEHIER,

. 20 ¢ BEFTIC. BHTHEALTLS7UAT=R
g 15 |
= ORBERELTHEET,
05 |
00t e A—h—  HENTES
05 DMSO 0.5 nM 5nM 50 nM 500 nM | 5000 nM |C| 182 780 TOCRIS 1047
—@— SRC(+) 2679 2.652 2.630 1.796 1.014 0.790
—@— SRC(-) 0.285 0.283 0.279 0.299 0.315 0.310
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9-2. DMSO LN DB EEHT 558

FI=XMMEERBET7YEAI2DNT
ZEFIZRMEYUTILORIGEDHEEETAZTT v EAEITL., FYLDRELE
ERDOREE (FAT47-a0bA—ILERDTATAVPA—IILORIEED 0.8 KL
£) #RTEITHNIX. TYEADITREEEZEZONFE T, FTRICFHEBEF DA EH
EEHBLES,

AT AMEERBE 7Y EALI2DVT
BETI—AFDMSOBRREYVTILE 11 DEIETRELERIZ, LET2—A]
[SARMI BRINCTI_RNE IO TILATHER T RRMEAH S1-6 . DMSO
USNDBETIET v AN TAEE A

Bl: HOTIVBEICTR/—ILEFERLESEO7I - AMERRE T v EAIZE TS
B Lo )

6-(10) DAFYIT, AVR—F U IICRBEINTVIERIERD 0.95 LDEH
5% T ERB % Assay Buffer ICFRL TS ( FIRIEFREED 100 L8N
TW5I5E. B BEOHFREETHERLEY) .

6-(11)-d MRFYTT. 1 DB /YI0uL D ERB solution &HFMLET ,
6-(11)-e DRATYTT AZETI=RNER (DMSO BEK) 5 uL SELUVTR/—)L
S5uL #HRmMLET,

6-(11)-f LIRIEEEDREZITL. TyEALET,

FRERFATEEN G TNIE, FTROEBYICT A ZTHEIENTRETY .

Bl YO TIBENI R/ —ILDBEDT A HE

6-(10) DRTYFIT. AVR—% U IIZRBEINTOBERIEED 0.95 LDOEEH
&3 TERB % Assay Buffer [ZFHFIRL TS ( BIZIEFIREEA 100 ELELE SN
T35S, 5 EOFREBEETHERLET ) .
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6-(11)-d DRTYIT. 1 D)LY 90 uL O ERB solution ZFMLET
6-(11)-e DRATYT T UTORDISIZAERERMLET

DMSO E2 T8/ HUTIL
HUTILHTIL 5L 5uL
ROT4T-avba—iLHziL 5uL 5uL
FAT47-avbO—)LoT)L 5L 5 uL

6-(11)-f RIIBEDERELETL. 7yvEALET,
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10. 8&T—4
AEXyrTEEILEMET vEALI=HI. Z factor R CV%IEZLLFIZRLET,

ERB Agonist assay
120 ] 5. 17beta-estradiol ( E2 ), Die-

100 thylstilbestrol ( DES ), Genistein, Pr-

80 /ﬂ opylpyrazoletriol ( PPT ), 4-Nonylph-

% 60 | o ° enol, Diaryl-propionitrile ( DPN ), Bis-
5 a0 | phenol A & U Resveratrol DB EIKRTF
m

20 | TERE R

0 r F%‘;‘\’
20 ‘ ‘ ‘ ‘
0.01 0.1 1 10 100 1000 10000 100000
(nM)
@ (3-Estradiol

A Diethylstilbesterol (DES)
@ Propyl pyrazole triol (PPT) aselective agonist
® Diarylpropionitrile (DPN) Bselective agonist
® Genistein

Bisphenol A (BPA)

4-Nonylphenol (NP)
® Resveratrol

Concentration of E2

024nM 1.2nM 6 nM

n 6 6 6
mean Abs 0.977 1.107 1.933
SD 0.047 0.046 0.084 Z' factor 0.860 ( 30 nM E2, n=24)
CV% 4.80 4.13 4.34

B/Bmax : RATAT AU rA—LDEME 0%, RST4T -2 bO—ILDEME 100%E L TR
DX EEETT,
EHAZUTITRLES,
B/Bmax=(C-B)/(A-B)%
A: ( RSF4T-arba—LD SRCT (+) 0 OD450 fE )
—( RSF4T-a2rE—ILO SRC1 (-) M OD450 f)
B:( #HF«F-avkO—/LD SRC1 (+) M OD450 {i&)
—( RHF4T-a2rE—ILO SRC1 (-) D OD450 i)
C:( 47D SRCT (+) M OD450 fi)
—( > FIL®D SRC1 (-) M OD450 {i)
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11. ST a—F1V T HAR
(1) REEINETED

1.1)
1.2)

)
4)
1.5)
)

)

WS EEDAIE R R 450 nm (2L TWNBIEEZHERL TESLY,
RIGEMEBEEREREL TSN, RIGBEMEWERST4T -2 bO—)LAMEED
WAEMETLET,

FEARIC TMB AERBICE-TWWAIEFRERL TS,

HEDORBEEFHERL T,

HEDORFEEHERLTIZEL,

Stop solution #fNA =& . 30 7 LANIZIR A EZRIE L TS,
RESEFDIBEDN T+ D THHLZHERL TS,

(2) BRAENETES | RAT«4T-AVPO—LOENRETESD

2.1)

2.2)

2.3)

2.4)
2.5)
2.6)

ERB solution MEASR ., 4> F)LiBE & E ERB solution MRE L E FER YT 44 DOERE
BHGEREOHIEEHTIToOTLESYY ( RILTYIREIXH—DFEAZFEIT TS
W)

EEDEATYTTYIILA Wash buffer Tilit=an TWNHIEEFRERL TS, F=,
THoT—av(2&Y Wash buffer ZEN =%, TL—rEAAILIZITEDHHELT
Wash buffer BNSE2(CBRMNTLNS I EZHERRL TS,
RIGEHRMEBEEZRERELTESND, RBRBENEWERAT4T -2 O—IILORALE
NERLFET,

HEDFREEEZELTZELY,

TMB NEIEL THEBRA N> TLBB A (I FEALEL TS,

= ILIZKBENDNWTHNEEERL TSV, Y197 L—rRIRESHEN R EL T
L—rDEBEENLERLTVWSARERELAHBYET . IL—FDOTIZF LTS TEDHREEKL
LREEFREEMTHIENTRETT,

(3) ZytA DFE. BEMEMEL

3.1)
3.2)
3.3)

3.4)
3.5)
3.6)

IAIVAERVRDBRENEBALHIESNTNVDIEEEEL TS,

FHTF«4T-avbO— )L, RSTF4T-avbO—)LORABEEFHERL TS,

TILFFroRIVERYNECHERADORIIREEICFYIES LU THABTRENZ. KB

BHAGRE HIELESIZL TS,

EEDNT R THIEINERL TS,

TMB NHEIELTERAN DTG EILFEALEL TSI,
U—ILIZKBENDNTHNEZHERAL TSN, /1A L— RIRESHEA HEL T

L—rDEBEENLFELTWSAEEENHBYET, TL— D TITF LTATEDHEEHK

LREEREZENTHIENTRETT,
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12. 8EHR

BAZBERICE O TRITFIRAFVIERNODAIBRGEDBEHDNEIATARGEASDF

BRI EDBHOEEEZITEENABHYET . SEFTIC. BT

SRAFVIRBELUASRBRELUTICEHLET .

HS5RAFa—T S-07 %8
HS5RAFa2—T S-08 %8
HSXF21—T SV-8 %8
HS5RAFa—T SV-15 %@
RYFoELYEFa—T
RUTOELVEF2—T
TARR—HFTILTL—F
R4yaFa1—7
RAYAZLE—F1—T
Pipette Tip Yellow

Pipette Tip Blue

Pipette Tip

Pipette Tip*1

Pipette Tip*2

Pipette Tip*3

b
el

1.5 mL
2mL

8 mL
15 mL
15 mL
50 mL
96 well
1.5 mL
1.2mL
200 pL
1000 pL
5000 pL
20 pL
250 pL

300 pL

A—h—
HEHEL
BEEL
BEHEL
HEHE{L
IWAKI
IWAKI
Corning
QSP
QsP
QsP
QSP
GILSON
RAININ
RAININ

BIOHIT

HaOsES
250192
250183
250866
250868
2325-015
2345-050
COSTAR 3363
509-GRD
845-Q

110

1M
F123969
GPS-L10
GPS-1250

790302

*1: 8FvURIL TILFFYoRILERyE 0.5-10 uL (RAININ ) A Tip

*2: 8F ¥R TILFFrYoRILEARyE 020-200 pL ( RAININ ) A Tip

*3: TASAVBEFERYE— 8 Fro Rl 25-250 uL (BIOHIT) A Tip

HEMNGWIEERERLZT

A&

BRERE

BRIKRE

BKRE

BRERE

N EHE

e

BRIAFR, v ba—LRARGE
BAAR, OV bO—LREGE
BRAEFER, v bO—)LEARGE
BRAM. BRAEGE
BROM., BRERE
BROWIGE

BIRDEGRE

BREDE RIEDEGE

BRAERE

SEFTIC.BHTHEALTWASYAIATL—FRLALEOBIELREGHERELTHE

7,
A—H— TAITEC
reiE M-BR-022
[El g%k 800 rpm

ERB-SRC Ver.1.0
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13. 8&UR+

"HAd—k Kb 4% (Fe A1)
ERA-SRC EnBio RCAS for ERa ¥100,000
ERB-SRC EnBio RCAS for ERB ¥100,000
PPARA-CBP | EnBio RCAS for PPARa ¥100,000
PPARG-CBP | EnBio RCAS for PPARy ¥100,000
PPARD-CBP | EnBio RCAS for PPARD ¥100,000
LXRA-SRC EnBio RCAS for LXRa ¥100,000
MR-SRC EnBio RCAS for MR ¥100,000
VDR-SRC EnBio RCAS for VDR ¥100,000
TRA-SRC EnBio RCAS for TRa ¥100,000
TRB-SRC EnBio RCAS for TR ¥100,000
RXRA-SRC EnBio RCAS for RXRa ¥100,000
RXRB-SRC EnBio RCAS for RXRf ¥100,000
RXRG-SRC EnBio RCAS for RXRy ¥100,000
ERS-SRC EnBio RCAS subtype set for ER (a, B) ¥160,000
PPARS-CBP | EnBio RCAS subtype set for PPAR (a, y, d) | ¥240,000
TRS-SRC EnBio RCAS subtype set for TR (a, B) ¥160,000
RXRS-SRC EnBio RCAS subtype set for RXR (a,y, d) | ¥240,000

&It
=YK AnE I
ATANIHHE DKERE
T 305-0062
KB OIEHFIFREFH 4% 586-9 tHEEILE JL2FE

Tel:029-839-9464

Fax:029-839-9465

E-mail: ENBIO@fkkasei.co.jp
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94wy Faka—)
STEP 1: FyhE(R
1. FERALGVWIL—FRR)YTEIL—LHOLHALTTILIRICEL, AEEICRE, 100 X
Detection antibody & Uf Assay Buffer ZEXU HH L AEEICRE S LMIKF THRF
2. FEERICI0NEERE

STEP 2: SRC1 E#H{LTL— DR

1. 17z)L&HT=Y 300 yL ® wash buffer T 3 [E]% %
2. 1™9z)LH1=Y 100 uL d SRC1 ( + ) solution Z 70
3. ERT1RHE. RESLGEHLRIG

( SOMITHYTILAERKR. ERB solution ##1& )

4. 179z)LH1=Y 300 yL @ wash buffer T 3 [E%%

STEP 3: ERB . YU T ILEKD H I

1. 172z)L&HT=Y 95 uL ® ERP solution ZFHML . FELVT 5 uL O DMSO. E2 H5LN(F
YT IVBRERM

2. ERT1EME.RESLENSRIEG

( ZMREI< Detection antibody solution Z#£{#& )

3. 179z)L#1=Y 300 uL ® Wash buffer T 3 [E]3%%

STEP 4: #xtiftkD#m

1. 172z)L&HT=Y 100 uL ? Detection antibody solution % 70
2. ERT30 7M. ikRESLEDNSRIE

( SOOI TMB ##1i )

3. 179z)LdHT=Y 300 yL @ Wash buffer T 3 [E%4%

STEP 5: &, AlE

1. 19z)L&HT=Y 100 yL 0O TMB Z 50

2. ERT207MEFFE ( RkRESFLEL)

3. 19z)LH71=Y 100 uL M Stop solution % 0
4. 30 7 LAAIZ 450 nm QRS EZERIE

5. HERZEEM

ERB-SRC Ver.1.0
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