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—: 52ER

FKBPLX & DIR1. NGTFIWISp39, SHERBEERMEMN, ERGEPNERNE. HoSEAMMIRAARIER. TRIAN
B R TIESTE DB, TTAESETRNREE NS THARMDNASER, BT R AFKBPLA IR EMMTEEK
SRR T MM, HEXT SR = R S S E NG, TFKBPLAYEISN R T IXMEE, FKBPLE—MIBNEA
SHMF, 7EERa/Hsp0FE AT HtEBIEIER; 1k, FKBPLK AR IAT IR S AR R REEE, 7
2RTEEERFKBPLKE,

D RNEE

O 4]
OO0 6o __

0000 eééé

N annes AL OERE (KRNRERIRIZ)
_— IR AR OIS, MATMB
. K4, IRFLRIFEHLTEERER, BIIALL
) Sk BRALZAEBEHITRLEENE.
\]LQ- HRPERIZ=H

9
°, L4 0,
\]r} £

'}:,) #IEH

=: FEHENKERSEM

3.1 BEFRY (BI3%2EX450 nmA1630 nmXLES);

3.2 BREES RIS R E Rk,

3.3 etRA (IR FEhisEiR) 5

34 EPE (BTRBIERRIFER);

3.5 KEMSIERE (BFHET);

3.6 I FIEME;

3.7 A FELISASEBAYEUR DTS HN ST (HFEISEINETE), M. Origin, ELISA Calc%,
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m: HF2AD R EF

ESEt S s 58
Microplate FREIMREBITAR - 96 FLIR 87l x 12% (13
Protein standard RS - R 4000 pg/i |2 #R
Detection antibody (100 X) M ARZER (100X) ** 120 pL/=% 1%
HRP-conjugated antibody (100 X) [HRP#RZZHUREGER (100X) ** 120 pL/z 1%
Sample Diluent PT 1-af AR PT 1-af 30 mL/#R 1#R
Detection Diluent TURRRER 30 mL/#f 14
Wash Buffer Concentrate (20 X) RIETFRR (20X) 30 mL/#R 11
'(rﬁtnr;\)methylbenzidine Substrate S@Ey TMB 12 mL/4E 145
Stop Solution KIER 12 mL/#R 14
Plate Cover Seals HitRAE 4 5K
R A

1. RABEFEEE2-8°CHRMATERONAHEE-20°CHRE THERILE
2: EFBEFEZAE2-8°CEHRTR

3. BRKEHERMIITER EREEFR

* AN AERRNERATER, SATESRTETE

** FAERIERID

R ERAETFER

5.1 BREKIEMAILRUKRTMB 28K,

5.2 ERIIIE R, ERFENAMFESE, WKER, FE, OSEHFPEE;

5.3 BIRAERURAGHFIATER, SEFmIs/0ER;

5.4 EEABEARNEY, WRIMNAFRRZE, RESWENZEER, LURSDITHEHE,

N BERES

6.1 MVF: £MRAERERE 30 min/51000 X g 015 min, B EFIUZAMERRDEG-20°CHER, #RRkEHRE,
6.2 [M3%: RIAEDTA FFERTUTIREREREAHUEST, 174k EE/51000 X g B/015 min, IZEMERRDE/F-20°CIE, B %R R SRR
(ER: MAMSMNER, RS MARRRE#TIRM),
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+: HNES

7.1 %F& (1X) :

WMEFEFR (20X) BRENTH, 3T°CIMAERELIVAMR, R 20HREEHTHE: WERB0 mLIRGERER 20X) , MOAN
570 mL BAKHEBFK, BEEER (1X) o

7.2 WA (1X)

FEFBENELD, RL100LGIHTHRE, HREAIMRIBIAITERIARMNSEEH] (100 uL/fL) , RPRECHIRY R 2 EC0%10.1-0.2
mLo 3010 pL AMATARSER (100X) 10990 UL AR B HITECH, BERS.

7.3 HRPHRZZH (1X) :

FEFBENELD, RL100LGIHTHRE, HRERIMRIBIAITERIARNSEEH] (100 uL/fL) , RPRECHIRY R 2 EC0%10.1-0.2
mLo #1010 pL HRPARIZZHURZER (100X) 1990 pL fuiEfEE &R H#ITEH], BIERES.

7.4 SEMEEZ:

NEIEAERBENAFAERRH TR, NREFROIEBSITHESTE, IEER#HIT - ENHREEHEHITER, R
BB FARRSEERN, FREEARRIEREHRFEETMN K.

WRLCEEFI T AMMBMRFARL251:4%R, FHXE. MENEEFENERPTESBIERNNE

7.5 BERENIREM:

F32 mL PT 1-af AR E BT EmR, BERFNT:

500 iiL 500 iiL 500 pL 500 pL 500 plL 500 ulL
k___/ '

P\\‘___f,/] fe A NN

s /
. ' . v sdl
2000 pg/mL 1000 pg/mL 500 pg/mL 250 pg/mL 125 pg/mL  62.5 pg/mL  31.25 pg/mL
Add # pl of Standard
diluted in the — 500 pL 500 pL 500 pL 500 pL 500 pL 500 pL

previous step

# L of Sample

2000 pL 500 pL 500 pL 500 pL 500 pL 500 pL 500 pL
Diluent PT 1-af
"Sd?" "Sd6" "SdS" "Sd4“ !Isda(l !Isdzil "Sdl“
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J\: LT E

SKEF, FERMBHEAEZEFHE20-30 min (KMHARER. HRPARZ _HURERATEFEHERE, ENARE) ;
wE#TAEm. BARURFERFIMER, Efiesk, S8REMHMARNAETE, FRNEAT, ERARRNMEFRE;
8.1 RIEXILAE, MEFTEMRINIITIRTE, MRRFMATEIBNSERESREFRTAC, AT —AZRAR;

8.2 1A%, D ANKZFLATAEFL FEUEEASFL. SR ARRRR100 UL, RFLDH IS ERRRAANERBERNAFEZAR100 pL/FL, >F
EAEFESE (BWNERMIEREBET, REMEIWIRE, WERLLFREM, 5-10 minFepiifs) ;

8.3 EtriE LR, 37°CHFEL h;

8.4 ik

1) BAERE GHFER, SRMEIASEREEHSEF) , FRIF, BT

2) FFER (1X) FHRS, SFL350-400 uL, #FGE, BERERTIRE, EERTBAR, BREVENMRILUNRFTIE;
8.5 &FLIN100 pL iliFHR (1X) (BREHAFEEEDT.2), HEHRE, 37°CHELh;

8.6 EESES8.4;

8.7 &7LhN 100 uL HRPAREZH (1X) (BREHFEEES7.3), ZLHRER, 37°CHFE40 min;

88 EESES84;

8.9 B ZFLMTMBE®R100 UL, 37°CEEE 15-20 min GNIRENGBHR%, FNEZEK EBEE], FBiE30 min;(RFE®
YRR TFRRTS, BERRYENFTINELTESEN, EZe, B7ER) ;

8.10 &1k: SFLMNALLRIO0 UL, BEETEE, KIBRSTMBEERVIFIRNF—E; (IR REMRKERERLIDR)
8.11 3 LAI630 nmARIERIK, AEBIRHMYAEA50 nmiRIKIERFLACEE (ODE). IMANLLERES minR# TS, EF630
nm RIS, WAJEREMA50 nm IR

8.12 #EDIT S MIEMMEANODEFHEZILNODE, RESFL, BNETIE, IR ERBRENEALTE, OD EHHE
15, ERATWERHE (WOrigine ELISACalcs) #H{THUSHIE (4-PL) , RIEFANODEMINEMLHRELINGRE, TRUFFE
BIREIF AN TNRE,

BIERIEWT:
EERTE TORIRE BeRE
1 | PEREEFA 100 UL | 60%3%h 4, BEE3T°CIHE
2 | KA (1X) 100 pL 60 %f 4% BREE3TCHE
3 |HRPHREZZH (1X) 100 pL 40 ek 4R BIEE37°CIHE
4 | E6BTMB 100 pL 15-20 & TRELF BIRE3T°CIHE, B¢
5 |&IBR 100l |0 % TERERA
6 | MIAZLIERE630 nmARIERKEK, E450 nmAbUEO0DME, LdEEINRE 57
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h: KBS
9.1 ZZtriE
(pg/mL) 0.D Average Corrected
10 Four Parameter Logistic (4-PL) Curve Fit 0.046
0 0.047 0.0465 -
0.095
%‘ .| 31.25 0.094 0.0945 0.048
A 0.127
3 62.5 0.142 0.1345 0.088
go.l 4 125 0622015 0.2075 0.161
0.412
250 0.418 0.415 0.3685
001 e s00 | 97931 06855 0.639
10 100 1000 2000 0.668
Human FKBPL Concentration(pg/mL) 1.219
1000 1.305 1.262 1.2155
2.446
2000 2.429 2.4375 2.391
92 REE
IREEE: 3T FRIRERFAEIRAEENE 200%;
REHEEE . 3T FREIRERFAEREEZEENE 24/R.
RAFEEE (CVR) IRIEHEZE (CV (&)
A HE  PE(pg/mL)  EE BRARMCV% BA HE  TYE(pg/ml)  EE  TRHRHCV%
1 20 1,084.9 63.2 5.8 1 24 1,112.7 55.6 5.0
2 20 266.4 155 5.8 2 24 275.0 26.7 9.7
3 20 80.8 7.8 9.6 3 24 85.8 4.7 54

9.3 IN#r[o] =

FEAEREG, EMEEERNEES. B M3 NRE, #{TAFKBPLAYIIAREIMERSILS, BIERIIEII%, SEE 87% - 115%

9.4 RYE
20N EENEFLFHODEN LAE N EEREINODER NMERLINS B NAREE, iXFIE+F AFKBPLERENT.0
pg/mLo
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9.5 &t
AMEMANSRERNAFKBPLER, BERRERNFRIMREME:  (NDRFRTRSTHRRE2(E)

TR A
ME (%) 90
1:2
SEE (%) 83-102
¥ME (%) 95
1:4
SEE (%) 87-111
ME (%) 93
1:8
SEE (%) 91-95
A (%) 101
1:16
SEE (%) 93-108
+: BEXE

1. McKeen HD, et al. FKBPL regulates estrogen receptor signaling and determines response to endocrine therapy. Cancer
Res. 70(3):1090-100(2010).

2. Jascur T, et al. Regulation of p21(WAF1/CIP1) stability by WISp39, a Hsp90 binding TPR protein.Mol Cell. 17(2):237-49,
(2005)
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