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1. [FC®IC

Peroxisome proliferator-activated receptor (PPAR ) a [XfFH&E. B#&AAICEIZHIBEL, BER
SEREHICEELREINERLTOET, -, A HEAERE T, HDL LR Ta—/LIEMEFA
DH2T1T T RED D FIENTHAZENMONTLET,

PPARa HEDHAZBRIZESERNTOEIGFRIRREHIZIT. VAVFERRNZEERED
BERT TR A7 IFR—E—LEATFII—EMSINDIV NV B EDEERD IO E
BELTWAIEN EEDHETHLMNIGYDDHYET . KX vbET7 v/ RICATIFRA—
B—EMAAHETILEYME-RAZBR-IT7IFR—E—IoRHEEROEHAERELET,
BEONAVTAVITTIEAEIBRANZERANDILENEDOHEEEZHEE T HDITHL. R¥y
FCREEFREAAGESTIECROERERET SO (U T1TT7yvEAiEE
BLTIEEYMED PPARa (29 B AU MERAZ LY IEREICFHETEE T,

TFyrDHEE

SITIET., IREERIEHN 3BT TLEY,

BERE. WEBMIIEEREL:- ELISA AERHRTT,

WEEYME. EXMEEFALTOVAEAN=O . HHREEEORKFEIEITETYT,

96 NIRAHUOZAEZ—TL—rEFIBALTWS A, EHOYUTILORIBT7vEAHEEET
ERS

Tyt AIHELRREBHAETIRNTTIYNMIEENTLET,

O ZJL—MIRMN)YTEALT (129z)L | RRYYT ) EE>TWET DT, D EIFEAAATRE
TY.

ooOoo N

O

3. 7ytkARE

PPARa [E7T =R EHEE T HILETIULKBEENEILL, A7IFA—4— ( CBP ) LfEE
THEEREBRLET . A¥VbTIE, 96 RY//A%45—FL—~LIZ CBP #EH{EL. 20D
BEROBBRERELET,

EREOTVEATIE, FLHITHNZRAEEEIEEEL CBP RIFrETL—MIERES
HF7T, RIT,.CBP ZEMIELI-TL—FHTHBEZEN PPARa EH U TILERIGSEET, TL
—hEREER. SOICAETHERLAF VS —E (HRP) TEHL-BREREERGSEET,
TL—hki%% . HRP ORETHAITRIAFILARLTDY ( TMB ) #MATERRIGEST
B, —EREEBERIEELLET . COBROBAESE 450 nm TAET ST LITKY. YT
IWDYHURERERELET,

TIAZRMEMELHEELT- PPARa (I AEBEMNEILL. TL—HZEME{ELT- CBP &&5(C
HELEARERHLET . TOHR. RAERIUVAUFREKXRFNICERLET,

AFUMIIF7ITZRARELT GWT7647 MR fTENTEYES,
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AEX Y TGCW7647ZVH VR ELTTI ZAMRMERABRH T v A 1T o=l O BB LT —
BER 2 ITRLET . RERDSE(ICLTTSL,
GW7647 OixEIREZ 500 nM &L, 10 EHFRMRINEERLT v E(ZEITOTEYET,

A: RIGEHREAIEEZRLET
B: AZBAIELIROFLBRMADITILDBRFERLES,

X 2
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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

( REEEE 2~8C )
( REREL -80C ) ALERENTEYET,

A A | BE SRR XEECO WEE

1 )—2Lvk 188

2 Microfiter plate FL—k % We"s( / ?i;;{ )70 1%

3 Assay buffer < RCAS > Assay buffer (30 ;OLmIF;Fj le;fb)b)

4 | 100x Detection antibody < PPARq > :o‘ilo;‘n[t?gg‘zc;' 17mL 0;; /_T;lj;l_j)

5 Stop solution ( 2.7% FRE& ) Stop solution (15 r1n4Lm|P-P1 712§~)l/)
2~s°Icﬁ'<ﬁa 6 Dimethyl Sulfoxide ( DMSO ) DMSO © mLt;T‘;; ;fl_ J)

’ wW7e47. 10 sﬁ/loinnislit)MSO GW7647 (1.5 mOL'BELJ'-;;fl—j‘)

8 100x CBP peptide CBP - %25”71';1175 F2—)

9 Plate seal =)L 14

10 10x Wash buffer, phosphate J\?;Sh buffer (60 iOLm;; ;"\FHI/)

11 TMB substrate TMB 25mL1 &K
-80°(I:Iﬁ'<¥$ 12 PPARa PPARa (0.2 mL F?cjta Fa—7)
5 FybMERALOIEE

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 EAIBHEISINILERR(MRB)EHEEL TS0,
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AMERVIRVDOIEE, FLOFYT - EXRVREEF AL TIZELY,

HUTIL REHIEDETDRNCLEBRLTZEN BRIFERY T T E - LEREILE
MIZEYITD RILTYIRZIF Y G E IR HEULMBR L8 TS, 1S PPARa [
PRELAEDS-O. BR.VUTIVBREDBEIFERY TV TG EROIGBILEH
TII2TLEEELY,

CBP ( + ) solution, CBP ( - ) solution. PPARa solution K U* Detection antibody solution
DFRIIERERAITOTTSLY,

TL—rOEEEZFILENEIICL TSN, EEAFN TS ERAEREMNERIZTH
NEBA T—E2DNTYXDREICHEYET,

AVMA—LE LUV U TILEBRET n=2 LEOT v/ Z#HEN-LET,
ELRHHAOVNE. 2774 RCAS UM TOREEDEWELIFLALTIZELY,

AR EIBICEETIOT. BT RRATYITRERIC. A DOBVTILELRILHRICHEEL
TLIZEWY, $5IZ Wash buffer DERRIFNTYFDREICHEYEST DT, HFEIETLITHR
ELTLZELY,

AEZMADIEE. RISERE XA EDRCENMMTODIARITHE TS,
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6.

7TyvtAL ik

T oA ZRH BRI T BFAH<ESL,

(1) DEGHRELIUHR

O
0

O

O 0o o o

TAYOERYREEUF VT (1-20 plL. 20-200 pL KT 100-1,000 pL )
TARAR—HITNWAHSRABTANF2—THAIWEITARAR—FTILTL—k ( BT IS
RARUVRER )

RYFOELUEF1—T (CBP (+) solution, CBP ( - ) solution & U Detection antibody
solution FASL A )

AR — (500 mL)

EBKHDUEHRAA K

DMSO ( YT ILRAERBELTHFIYNMIFHLTHYFETA . FRTHEEIEMAMELE
& DMSO ( Cat. No. 046-26023 ) ZZFEHLIZSLY )

T4y TL—RRESHE

450 nm CHRIERI GG/ /0T L—hARALEE

8 ETAHAE Rk (200 plL )

T7AARHRyH R ( PPARa solution, 100x Detection antibody. Assay buffer & Uf Detection
antibody solution D—BMIRED=HIZFEALET )

AT oA YF

(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) CBP (+) solution DFFH

129D DTvEA%EIT5I1Z1E 1.5 mL @ CBP ( + ) solution NHBEELYFET,

F9.CBP A REL TSI LERERE. ERVTAUTICKYBOMNTRELET,

AL TULVELMEEIL, 37°CTIELRLAZL TS,

RIZ. Assay buffer #F1—TIZHBLET,

=12, 7 BL 1= Assay buffer [Z, Assay buffer @ 1/100 & 0 CBP Zi&hiL. xR
[CKUBONTEELET,

RIVTYIRZIFH —REICRDHLVMBHIXITHRN TS,

FREIL (6) DEEFTIERIZITOTT L, AELI=solution (IFERTSETEE T
HBELTTSL,

—EHLT= CBP (+ ) solution [E4F - ABRELEVTTISLY,

(5) CBP ( -) solution M &%

TL—hIS529%T7vt49 BEIZERT 5 solution T, FL—rIT 12DV T “8
HMLBAETI5HE” OEETSRLTIZAL,

12 9L DTyEA%1T3IZIE 1.5 mL @ CBP ( -) solution MHBEERYFET,

F9.DMSO W REL TWAILEHERLET .

RIZ. Assay buffer #F21—TIZHEBLET,

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

RILTYIREXRH—LGEITKDBLWBR I ITHRLTZEL,

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

—EESARLT= CBP ( - ) solution (1 4% - ARREELEVTFEL,

(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) CBP ( +) solution . CBP ( -) solution M N (CBP EfE{tFL—HMEH )

a. TRTOHITIVIZ8EIAIOERYMERVT, 200-300 pL §D Wash buffer =L FE
T o RIZTHUT—2aVIC&YETOITIILHhDBRERV R, AT IILZFIZELDIFT
BRiERETEICIRYBREET (Wash buffer DFFELEFRTEEZSHBL TS ) &

b. a DEEZESISIZ 2 BRYRLTZEL ( &5 3 BIDEFRELTVET ) o

c. 12x/L&H/-Y100uL @ CBP ( +) solution Z&EMLET

d. TL—rEI—ILTEN. IMIBTL—FRIRESEER VD TERN D —ILICODENEE
DBRETIRESLGEN G, Eig (20~28C ) T 1 EH RISSEFET,

ZORISORIZ (8)-(10) DELETVET,

"BHT7YEAEITIEE. RATYT ¢ DRER. TL—EP—IILTEL 4°CT—REHELT

EH G HIEEARETT .

M TIEIAo0TL—FRRESHELT TAITEC #HEN(FLz—h— ( BE M-

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

-TL—bT 20T vEAT BRI 8 HMLEMNEITIEE” DEESRLTZE,

(8) DMSO. GW7647 D#{#
AX Y TIE DMSO #RHT47 -2 bO—)LELT, GWT7647 7 ROT4T -avbA—)LE
LTERLET,
DMSO & GW7647 (3 FiF ITTREIE =& ERYTAUTICKYRBONTRELET,
1 DINGDZrEALETIC/ES pb DAV IO—)LARBEELZYET,
GW7647 DRiK 5 pL #7 v A IZHLIIEEDRKEE (L 500 nM TT,

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) PPARa solution M &f &
12 9TILBDTYvEA%1T5I1Z1E 1.5 mL @ PPARa solution BB BEERYET,
PPARa % k4 TRAfZ{% Assay buffer ICTHIRL . EREIRFICKVIBONTEELET,
RILT VI RIFH R EICL DB LB T ITHENTIZELY,

PPARA-CBP Ver.1.0 8/19



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,

PPARa solution (EEFERARICKYEFENZLETLES . DO, —ERHELL
PPARa solution (34K - AERFLEVTTEL,

(11) PPARa, Y7 ILBHEDFM ( HEERAK )

a. CBP BEEIETL—MERBENS 1 BEER. THOT—2aVIC&YETOITILRDER
EREFT,

b. TRTDITILIZ8EIAYOERYRERALNT, 200-300 uL. 3D Wash buffer &=L E
o RICTHAUT—2aVIT&YETOIILRDBFRER & BIAILFIZELDITT
BRETEEICRYREET,

c. bMDREFISIZ2 EMRYVIRL TS ( A5 3 BDERREETVLET )

d. CBP E#{ETL—NMZ 1 2z/dH/=Y 95 uL @ PPARa solution ZFHMLET

e. WUTIEHEE 1 DIABEYS5 ul FHLET , 7y EAEIZDMSO % 5 pL FHnLiz+
HT47-2obO—ILDITIILRU GWT7647 % 5 yLimmL=ROT47 -avbA—LDD T
IWBERLET,

f. TL—brEI—ILTEWV. 47T L—FRREIBEZ AV THERN S —ILIZDONVENEE
DEESTIRES LGNS, FE (20~28C ) T 1R RSSEFET,

ZORISDEIZ (12) DEEETVES,

MM TIEIAIOTLU—FRARESHELT TAITEC #HENSFLz—h— ( BE 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

ROTF47-avbO—)L ( GWT7647 ) EXrAT4T-abA—)L ( DMSO ) ORKEEDE
0.8 LT THAGE. YT ILDEHERT VLA ENFLNTWVEWAREEAHYET . “11. b5
ITNoa—TAVTHANDIEZSEL. ERLET YA EZBH-OICEREBREITo> T,

8. HMIEMFZEITIEE
YU TILDHEIZES>TIEY U TIL-PPARa & AH CBP JEHERFMICV T ILICHEE LA
RIGERTENBYET . F=. YU TILOREKRFHEOBRLE . FYERICHUTILOR
SHEERTIDELNHDISEILUTDOHEERRL TS,
@ YUTLOFRRINZEZRMEANARL . RICHREHEZRT S,
@ TL—rIS29ELTCBP 2EMELELV DY)V ( BEHMRIERIZ 1 Dz)LH=Y 100 uL
@ CBP (- ) solution /0 ) & CBP E#EVTILEEERL, Yo TILDTvEA/%R
BTN EEREET S, CBP Ef{bv /LD S+ I)LE CBP EEMBIEYTILDY
JFHIVEELET HILETRIBERIENESI M DI EMNAREICAYES,

P& &t A5 RIS
u& I
3. AEttRE ra'g { f CBP Btz
B CBP FEEHEY L
 ——  —
ILEMRE ILEMRE
9. IGAM

FUrEBICTHEREZT O TEYFEEADT, FREOVMIBTAEBZRILTEYEEA
M UTORSBIS ARG ERNTRREZEAONET

9-1. PYAI=Rr7vtA

EC80 ( RAEMD 80%NEMERTFIZRCDEE ) OFITZAM YU TILEREFIZ
AT BETTIEAEITASEBZONET .

UTICREEZRLES,

FO—EEEDTI-_RMEREALETUAT-AMEYEZR PPARa ERIGSEHE. 7d=
Ak - PPAR0 AR THT VAT A MEME - PPARa &R ERShET, 74T
—AMEME - PPARa A 1KIL CBP LiE& LAV, CBP LB AR A AT L 7T =
Ak - PPARa#EAREMNFEAL. CBP - 7I=Zk - PPARaESHENBILET . TORE.

PPARA-CBP Ver.1.0 12/19



BAEFHTILASEREFHICHEILES,

UTIZ7 vy flEREH LET
FOBATIZADREKRFERICHENS EC80 ZRETILENHYFET,

Bl 7RI ZRMELT GW6E471 &, & 7T =AML T GWT7647 2EAT 51546
GW7647 M EC80 [¥HFH L% 10 nM TY,

6-(8) DRAFYTT, 2 AT« -ar,A—)LELT 400 nM GW7647 EDMSO % 1:1 T
BELEBAREERBLEST . ROToT-a>bO—JLELT 400 nM GW7647 & 1.6 mM
GW6471 % 1:1 TREEBLI-BAREZEMBLED,

6-(9) MATYTT. 400 "M GW7647 ZFHHL, HFILE 111 DLETRELEYY
TILBREEFELET,

6-(11)-eDRTYIT . HUTIVEBERE 1D NBHY5uLl FMLET TyveAEIC
DMSO + 400 nM GW7647 DEA &% 5 L ML= AT« -2 kA—ILOI L EY
1.6 MM GW6471+ 400 nM GW7647 DB &K% 5 pLiRMLIz RO T4T -avba—ILD™
TILLERBLETS,

LITFIZ. GWT7647 28t & 7 A AMELIZGE DT VAT AT v/ Bl RLETS,

25 o) ® 4. GWwe471 ( antagonist, 10 nM
—=&— CBP(-) b
20 —] GW7647 7% T ) OREKRFHER,
1C50= 1.247 uM
215 |
<
[a)
©10 | S— SEFETIT.BHTHERALTWST7UATd=X
05 FORBLEELTEEEY,
00 —= = = o = . HE4 A—h— HEny &S
DMSO 40uM A0uM 16uM 8uM 40uM
CBP(+)| 2210 | 2083 | 1987 | 1423 | 0956 | 0911 GW6471 TOCRIS 2271
CBP(-)| 0.059 0.059 0.058 0.060 0.065 0.059
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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) DRATYTT, AVKR—R U TIZEHINTOEBEREED 0.95 ZDEH
#25 T PPARa % Assay Buffer [ZRIRLTEELN BIZIERFRIEEM 100 {508 S
NTLBIGEE. S BEOHFRBEERTHERLED) .

6-(11)-d DRFYIT. 1 DxF/Y 90 uL ® PPARa solution EFMLET ,
6-(11)-e DRATYITAZETI=RMNER (DMSO BEK) 5 uL SLUVTR/—)L
S5uL #HRmMLET,

6-(11)-f LIRIEEEDREZTL. TyEALET,

FEREACTEEN G TNIE, FTROEBYICT A ZTHEIENTRETT .

Bl YOTIBENIZ/—ILDBEDT A HE

6-(10) DRTYFIT. AVR—% U IIZRBEINTOBERIEED 0.95 LDOEEH
f£3F T PPARa # Assay Buffer [CFIRL TS ( FIZ IEFREEH 100 ELLEHS
NTWBEE. B EOFREERTERLET ) .

PPARA-CBP Ver.1.0 14/19



6-(11)-d DRATYTT. 1 Dz/ABH/Y 90 ul ® PPARa solution ZHMLET
6-(11)-e DRATYT T UTORDISIZERERMLET

DMSO GW7647 I4&/—)L H2T)L

HoTIoT)L 5uL 5L
ROT4T-avba—iLHziL 5uL 5 uL
FAT47-avbO—)LoT)L 5 uL 5L

6-(11)-f LRIIBEEDRELZTL. 7yvEALFET,

PPARA-CBP Ver.1.0 15/19



10. 8&T—4

AREX VP TRELCEMET v EALIHI, Z factor R CVHIEZLITIZRLET,

120

\ T
. a
~ /

0 ° / A»/é/‘././

® GW7647 EC50 = 0.00236 uM

AWy14643 EC50 = 2.049 uM

B Prostaglandin A2 EC50 = 9.196 uM

0.000001 0.00001  0.0001 0.001 0.01 0.1 1 10 100

1000
(uMm)

Concentration of GW7647

0.05 nM 5nM 500 nM
n 6 6 6
mean Abs 1.028 2.256 2.762
SD 0.013 0.035 0.029
CV% 1.2 1.5 1.1
Z factor  0.89 (500 nM GW7647. n=24 )

B 5.
Prostaglandine A2 O EERF IR,

Wy14643 . GW7647 E U

B/Bmax : #HT47 a2 bA—ILDEMEZE 0%, ROT4T - a2 bA—ILDEMEZE 100%ELT=KE

DX EMEETT
BEHAZLUTIZRLETS,
BBmax=(C-B)/(A-B)%

A:( ROF4T-arbO0—)LdD CBP (+) ? OD450 fi )
—( REF4T-avba—I/LD CBP (-) M OD450 &)

B:( #HT«47-arbaO— L0 CBP (+) ? OD450 {i)
—( *HATFT4F-arba—)LD CBP (-) ® OD450 {&)

C:( HY>7ILdD CBP (+) M OD450 {&)

—( ¥> 7LD CBP (-) M OD450 fE)

PPARA-CBP Ver.1.0
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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)

PPARa_solution A&, 4 F)LiB#kE PPARa solution MEEHEFERYyTAY
PEERMAERBOMMMEL T TS (RILTYIREXFY—DFERE#ITT
Sy )

EEDEATYTTYIILA Wash buffer Tilit=an TWHIEEFREZL TS, F=,
THoT—avIZ&Y Wash buffer ZEN =%, TL—hERAATILIZITEDHHELT
Wash buffer BNSEE(CBRMNTLNS I EZHERRL TIZELY,
RIGEBEBEEZRERLTZED, RIGRENAEWERAT(T a0 rO—ILOREE
NERLFET,

AEOREEFRERLTZIY,

TMB BNEIEL TEHRA N> TLBIB A FFERALAZNTESLY,

= ILIZKENDNTHNEZHEREL TSN, v/ L—rRIRESHA HE2L T
L—rDEBEENLERLTVWSARERELAHBYET . IL— PO TIZF LTS TEDHREEK
CRELREENTHIENTEETT,

(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

BRZBKRICESOTRIFIRAFYIHGA DRI BHIGEDBHEHDNEAFRAB G SDF
BEILEDBHOFEERTHENHYFET . SEFTIC, BUH TRENGNIEEHEALELT
SRAFVIRBELUASRBRELUTICEHLET .

BE A—H— HEAOTES &
HS5RAFa—T S-07 %8 1.5mL HE®EL 250192 BIARE
HSRF1—T S-08 %E 2mL HEEL 250183 BRIKRTE
HSRAFa—T SV-8 %& 8 mL BEEL 250866 BRIKRTE
HSRAFa—T SV-15 & 15 mL HE®EE 250868 BIARE
RYFoELYEFa—T 15 mL IWAKI 2325-015 g
RYTRELVEF1—T 50 mL IWAKI 2345-050 o HHE
TARR—FILTL—k 96 well Corning COSTAR 3363 BRIAFR, o bO—LRERGE
<49 aFa1—T 1.5mL QSsP 509-GRD BAEER. v rO—LRRSGLE
MY F—Fa1—7T 1.2mL QSP 845-Q BRAEFER, v bO—LRAEGLE
Pipette Tip Yellow 200 L QSP 110 BRI, BRDERE
Pipette Tip Blue 1000 L QSP 111 BB, BRAFLGE
Pipette Tip 5000 L GILSON F123969 BRAWIGE
Pipette Tip*1 20 pL RAININ GPS-L10 B EGE
Pipette Tip*2 250 L RAININ GPS-L250 BRIADER, BiADTHE
Pipette Tip*3 300 pL BIOHIT 790302 BRDEGE

*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

SEFTIC.BHTHEALTWASYAIATL—FRLALEOBIELREGHERELTHE

FY
A—Hh—  TAITEC
HiE M-BR-022

[El g%k 800 rpm

PPARA-CBP Ver.1.0 18/19



13. 8&UR+

HEa—F ek i (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 PPARS ¥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 RXRp ¥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

aEIT:
=Y —R|p% S
ATARILHHEE DKER=E
T 305-0062
R OIETHRIFEF 443 586-9 AL )L2RE

Tel:029-839-9464

Fax:029-839-9465

E-mail: ENBIO@fkkasei.co.jp
PPARA-CBP Ver.1.0 19/19




94vY Faka—u
STEP 1: vk
1. FERALGVWIL—FRR)YTEIL—LHOLHALTTILIRICEL, AEEICRE, 100 X
Detection antibody & Uf Assay Buffer ZEXU HH L AEEICRE S LMIKF THRF
2. FEERICI0NEERE

STEP 2: CBP EH{LTL— DR

1. 17z)L&HT=Y 300 yL ® wash buffer T 3 [E]% %
2. 1™9z)LH1=Y 100 uL d CBP ( + ) solution % &0
3. ERT1RHE. RESLEHLRIG

( COMITHYTILAERK. PPARa solution %4 )

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

STEP 3: PPARa, B> 7 ILiE RO RN

1. 12z)L&HT=Y 95 uL M PPARa solution ZifA0L. #LVT 5 uyb @ DMSO., GW7647
HAWNEH T ILBERE RN

2. ERT1EME.RESLENSRIEG

( ZMFREIZ Detection antibody solution Z#£{# )

3. 179z)L#1=Y 300 uyL ® 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

PPARA-CBP Ver.1.0
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