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. dAbE/x
. B= I:I:%\

AEBXZ (Adiponectin) B—MRRTAEAIAEINE, BRIBRBETFRFENEMHFREZ—. AEEKZUSHFE HMW) . F5
FE& (MMW) FIRDFE (IMW) =MZRENEFE. BRRATITSREEE, SENERIEMBMENNRREL. RARKRKER
FEEIEPHNERRERTEFE, BRERKREIMINALEREARPNTEERNES, SEGEN. FIRRMARE, 5
KRBT 5MNERIEEXRZ FAdIipoR1FAdIPoR2E S, BUE—RFIFARIES D FRAEE(EA. Adiporl EE2EBRAIFE
X, MAdipor2 ZB2EFRPRE, FEEXRAEEIESHRESME KR FRS5AMERMMEENF.

D RNEE
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AR VRIS RS DTS, INTMB
ke Y, RIREEEETRES, BIMALL
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/ ki

=: 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

e & i R Z R A HeE
Microplate FREIMREBITAR - 96FLiRk 87l x 12% (13
Protein standard PSR - ARTAR 8000 pg/#h 2 #R
Detection antibody, HRP- AT ok S
MO MR SR i
conjugated (100X) HRPARICIMI AR SER (100X) 120 pL/x% 1%
TR = EANYN G 535

Sample Diluent PT 4B1 E;g%ﬁ,&' PT4Bl (AFAMAE. ML 5 30 ML/ ) 1
Sample Diluent PT 3 BEAERR PT3 (A TARRBERITEL) 30 mL/#R 1R
Detection Diluent MR ER 30 mL/#R 1R
Wash Buffer Concentrate (20 X) TIEEARR (20X) 30 mL/#R 14
Extraction Reagent R 30 mL/#R 1R
TMB EBEY TMB 12 mL/#R 1#R
Stop Solution KIER 12 mL/#R 1R
Plate Cover Seals HIRAR 4 5K

EFEERM:

1: RFBRFEAE2-8°CEH TERNBRBE-20°CRETERLE
2. BEFBEFIZERE2-8°CIERTR

3: BRLBYERHRNIER,EREER

* (FERANNAESERATEMEITER, EAdEERTESE

* FEANESC

h: LRAETER

5.1 BRERKIEMAILRUKRTMB B8R,

5.2 ERWIREF, FRFEMNABPES, NXKR, FE, ASMNIFEE,

5.3 BB AREHURENAFIHITRA, JHF @IS0,

5.4 IEER BRI, RFALMNEFRZG, 1§E30WHISERER, MIRESmHEHE,

N HRES

6.1 MVF: £MARAERERE 30 minf51000Xg Ei0\15 min, B EFIZAMERARDEG-20°CHER, Bk EFq,

6.2 M3%: RAIABEDTA. FFERTUTIREREREHUEST, #r4sREE/51000 X g B/015 min, IZBMERSDEF-20°CHER, B R R E7RR
(ER: MAMSRMNER, RS MARRAREHTRM),

6.3 4AfE_L3E: ISR RRIEFTAR, 500X g Bi05 minBY L&, IZBMEREDEE-20°CIEN, #RRkEFR.

6.4 HMREEMRR: WEMRIG, ATUL(2-8°C)RI1 X PBSH3R, 500 X gEi05 min. AREITER, B/0F £ ; INPMSFEARZARR
R, ZSRE AL mM;EE1X10  NERE, AL mLABBIRARR(SPMSF), 7k L2230 min, Hisl L FEEIERRE S, B K
TEREALER, 8000 X g-10000 X gBi5 min, A& LI, DEEE-80°CHER, HABCARRRENE XN @NESERRE, B#ERE
R
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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 HRPiRIZKWHE (1X)

FEFBENELD, RL100LGIHTHRE, HREAIMRIBIAITERIARMNSEEH] (100 uL/fL) , RPRECHIRY R 2 EC0%10.1-0.2
mL, #0110 pL HRPARZIMARZE®R (100X) H0 990uL HiikRE BB HITE S, BIRES,

7.3 A

NEIEAERBNAFAERRH TR, NREFAOIEBSITHESTE, PIRER#HIT - ENHRREEHEHITER, R
BB FARRSEERN, FREFEARRIEREHRFEETMN K.

RGN AMBFMMFAEZ1:4000501:8000/%F; 48 LEMAFMEMNAERIEARL 2GR, HRRE. LIENMEENES
AIRESEUMERICLZE,

7.4 BEBRENIEM:

MmA. MMM B, A2 mLPT 4B1iFAHERRE ST Em; WNMRREERED, A2 mLPT 3FAHRRER

TSR, EERENT:
500 iL 500 pL 500 pL 500 pL 500 iiL 500 ulL

—
i

- '
‘ |

| PTG ' ‘ k ; H / K ‘ h f R f
o VY VU U

4000 pg/mL 2000 pg/mL 1000 pg/mL 500 pg/mL 250 pg/ml. 125 pg/mL _ 62.5 pg/mL

Add # pL of Standard

diluted in the previous — 500 pL 500 plL 500 plL 500 plL 500 pL 500 plL
step

# L of Sample Diluent

2000 pL 500 pL 500 uL 500 pL 500 pL 500 pL 500 pL
PT 4Bl or PT 3
"Sd?" Ilsdslr "Sd5" "Sd4" "Sds" "Sdz" "Sdl"
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J\: LT E

KRE, RERMRBANEZEFE20-30 min(HRPHRE BUREKRERFFTETHEE, AN ; E#TRE
may BFALRABEFIMER, SEifiesk, SRR IRNAKE, FRNEF, ERAFRNMEE,

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 Etrim LR, 37°CHFE2 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 HRPAREMFHA (1X) (BRIAFIEEEHT.2), ZEHRER, 37°CHFE40 min;

8.6 EESES8.4;

8.7 26 HFLMTMBE&ER100 UL, 37°CEEE 15-20 min WNREGBHR%, FNEZEKEBETE], FBiE30 min;(RFE®
YRR TR, ERRYENFFINELTESEN, IEZe, B7ER) ;

8.8 &ik: BFLMALKRIOO L, EeTEt, KILRSTMBEERNMFINF—2;, CIE: IREEMRLKEREMLIER)

8.9 3K LI630 nmARIERIK, AESIRIE450 nmiIKNIERFLAICRE(ODME). MIALLLKRES minR# TSR, E7630 nm
B, WRTERAER450 nm RIS

8.10 #EDIT: B MIEMANEANODEFMEZILNODE, RESFL, BEFIE, LI ERBRENEALTT, OD EHHE
15, EATWERHE (WOrigine ELISACalcs) #H{THSHIE (4-PL) , RIEFANODEMINEMLAHELINGRE, TRUFFE
BIREIF AN TNRE,

BIERIEWT:
=N TTERIRER BeRE
1 | PEREEFA 100Ul [120 9% 4.; BEE3T°CIHE
2 | HRPARIZEMGUA (1X) 100 uL |40 9% 4R BEE3TCHE
3 |E&TMB 100l [15-20 /% TEEHA BEG3T°CHE, Bt
4 | &R 100 UL [0 72%F FRELF -
5 | MAZIBREL630 nmARERFEK, £450 nmNE0DME, I ERINFEE5 28
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: TESE
9.1 Z2ZfrihE

x4

Sample Diluent PT 4B1
Four Parameter Logistic (4-PL) Curve Fit
z 14
‘z
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Human Adiponectin Concentration(pg/mlL)
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Sample Diluent PT 3
Four Parameter Logistic (4-PL) Curve Fit
& 15
‘A
s
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e
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10 T T T o T T 00 4000
Human Adiponectin Concentration(pg/ml.)

9.2 BRE

IRARBEE: 3P FERENERERAEENE 200K;
REWEEE: 3P FERENEFRERBIEENE 247K,

(pg/mL) 0.D Average Corrected
0 8:8;;’ 0.024 -
62.5 8:8;_2 0.075 0.050
125 8:32 0.134 0.109
250 8:;22 0.251 0.226
500 8:2(2)213 0.514 0.490
1000 8:32; 0.977 0.953
2000 1:2;2 1.823 1.799
4000 ;:Zg? 2.703 2.679
(pg/mL) 0.D Average Corrected
0 8:83’3 0.040 -

62.5 gzgg; 0.095 0.055
125 gjgg 0.154 0.114
250 g:;gg 0.281 0.241
500 gzggg 0.519 0.479
1000 g:géi 0.951 0.911
2000 1;;? 1.740 1.700
4000 ;:gz; 2,646 2.606

RAFBEE (CV)
BA WE HYE(pg/mL) FEE TREHCV%

BA BB THE(pg/ml)  REE EE%E‘:‘&CV%‘

IRIEHEZRE (CV )

1 20 1,942.2 78.6 4.0 1 24 1,981.1 131.0 6.6
2 20 468.8 20.8 4.4 2 24 477.8 235 4.9
3 20 126.4 6.5 5.2 3 24 1259 8.8 7.0
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9.3 fntx el Z
REASTRRYS, TEITESEEMSEER. B @3 RE, #1TAAdiponectintINMFEINERSRL, LSRITT:

R (E2R & (%) SEE (%)
1:8000 106 94-129
A&
1:16000 103 96-116
1:2 116 110-127
A S
i 115 107-130
MRARARR 1:2 86 71-107
1:4 92 75-104
9.4 H&{E
AGE - MARRFIE, RAMEREDHAAdiponectind ke :

JEFieit] ¥IE (ug/mL) SEE (ug/mL)

3% (n=16) 55 1.7-10.5

fR L5 - EEE10%BYMmE, 2mM L-ASER, 100 U/mLEEEF100 ug/mUAREASES RAIRPM IR A SME i H A
(PBL) i7", UWEEHRRE 357N AAdiponectinBiRE, KT ARMRIESERE62.5 pg/mL,

ZIE
Adiponectin (pg/mL) Total protein (mg/mL)

HepG2 3139 2.4

3T3-L1 2258 34
9.5 RBE
201 EENZFLYODEN EFMENEERZINODERNMEMLING HXIAREE, iXFIE* AAdiponectinlI RBE S
1.9 pg/mL.,
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9.6 £

AMERMNAFRERRIGREES, EHREICIELTIRHEER, 485 EEMARRBRIFAIINSRERN AAdiponectin&
B, ANNESHEREEREENEAIRENE, LESENT:
(NIERFAFRSTHHREL0001F)

A& i HRREdERR
(FEAFFR PT 4B1) (FEAHRR PT 4B1) (FEARFRR PT 3)
9(E (%) 100 116 89
1:2
SEE (%) - 113-118 83-100
3E (%) 96 104 88
1:4
SEE (%) 93-100 100-109 80-97
B (%) 102 110 101
18
SEE (%) 97-112 106-114 97-107
HfE (%) 104 106 96
1:16
SEE (%) 97-115 106-107 84-109
9.7 1521
A B MIRGIRATELR AAdiponectin, IA50 ng/mLLAF4AEEF, TRARRR R,
Human:
4-1BB
CD30 Ligand
CcD27
APRIL
+: &E Wk

1.Y. Arita. et al. (1999). Biochem Biophys Res Commun. 257: 79-83.
2. T. Kadowaki. et al. (2005). Endocr Rev.26: 439-451.

3.H.Tilg. etal. (2005). Expert Opin Ther Targets. 9: 245-251.

4. T.Yamauchi. et al.(2003). Nature. 423: 762-769.
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