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. dAbE/x
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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

O L)
OO0 ® &
0000 o666
\\______/
" N enns
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=: 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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: HF2HD R EF

XA e i 58
Microplate FREIMREBITAR - 96FLiRk 87l x 12% (13
Protein standard PR - RTRR * 8000 pg/#h |2 4R
ooy antibody, biotinylated | oy i mimtoRsER (100X) ** 0wz 1%
zterreo F)’(tifj‘;‘sd;“(‘:;;e(rlaodgih) HRPAFIZEBFAZRAER (100X) ** op/E  |1%
Sample Diluent PT 1-ef FEARHERER PT 1-ef 30 mL/#h 2R
Detection Diluent AR 30 mL/#R 1R
Wash Buffer Concentrate (20 X) TIEEARR (20X) 30 mL/#R 14
Extraction Reagent RIER 30 mL/#R 1R
(T_I(_ehtdr;)methylbenzidine Substrate S@EY TMB 12 mL/#E 146
Stop Solution Kb 12 mL/#R 14
Plate Cover Seals HIRAR 4 5K
&R

1) RABRFERIE2-8°CHRYETHEROTAHET-20°CHRE TFRILE

2: EABREFERIE2-8°CIFRTR

3. BRELBHIERMNNER EREER

* AN AERAERATER, SATESRTETE
SRR

h: RRAETFEM

5.1 B R RRIEMAR IR AR TMB 2ER;

5.2 ERIndiE R, ERFEOAMFESE, WKER, FE, OSHPEE;

5.3 BIRAERURRNHFIHITER, SEFmIs/0ER;

5.4 EEABEARNEY, RIMNFAFRZE, RESWENZEER, LURSIITEEHE,
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N BARES

6.1 MVF: £MARAERERE 30 min/51000 X g Ei0\15 min, B EFIZAMERARDEG-20°CHER, Bk EHq.

6.2 M3%: RAIABEDTA. FFERTUTIREREREHUEST, #r4sR & /51000 X g B/015 min, IZBMERSDEF-20°CHER, B R R E7RR
(CER: MAMSRMNER, RS MARRAREHTRM),

6.3 4AfE_L3E: WnSERRIEFTAR, 500X g Bi05 minBY L&, IZBMERMEIEE-20°CIF, #RRkEFR.

6.4 ARERARR: WERARRSE, A2 (2-8°C)BI1 X PBS#%3/R, 500 X g&i5 min. 4RI, B/0F EiE; IMPMSFEZRRERARR
h, ZIRENL mM;IRE1X10 "IN, IINL mLZEREZARR (& PMSF), 7k L3230 min, Hisl - FEMEIERRE 7S, BN
BFFALIE, 8000 X g-10000 X gB5/0\5 min, B E L&, 9% fE-80°CTE, HABCAZRRRENE RN @NESERRE, #ERE
R

+: AFES
7.1 %FK (1X)
MEHER Q0X) BRFHL, 3T°CIAZRAELIAM, K1 20FBEHHTHR: BB mLIRGELER Q0X) , A
570 mLBAKSERFK, BEHEER 1X)
7.2 Gk (1X)
SRR, R1L100LLFIHTHE, HRERIRIEMITE LIRS ERE (100 uL/Fl) , KRFRECHIBY R 2 E0%10.1-0.2
mL. 4010 uL SMFHAREER (100X) #0990 uL AR BRETES, BEES.
7.3 HRPAFIZHESFME (1X)
SRR, R1L100LLFIHTHE, HRERIRIEMITELIAENSERE (100 ul/Fl) , KLFRECHIBY R 2 E0%10.1-0.2
mL. 010 uL HRPAFIZAIEBEMZRER (100X) 10990 uL AR RH T, BERES.
7.4 KA :
TRIMEAEREN O AFER R THR, IRENOCIEBIITMRSTE, TREAHT - ENHEREEHITIR, s
RO MES FATESEER, FRERHNHRESRE BT,
BRI T . AMUEMMARIEAL:20004588; M EEHAL2MHRE; MRRNMREARLANLSHRE; HomRE. MEMEEN
SFOIRESBUNERZ.
7.5 BERBRNINES:
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F32 mL PT 1-ef ¥R E B ER, BERFNT:

500 pL 500 pL 500 pL 500 pl 500 pl. 500 ;.li_.

- www

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

sdl

Add # pl of
Standard diluted in — 500 pl 500 pl 500 plL 500 plL 500 pl 500 pL

the previous step

# pL of Sample
2000 pL 500 pL 500 pL 500 pL 500 plL 500 pL 500 pL
Diluent PT 1-ef

Ilsd?’ll ||5d5|| ||5d5l| ||5d4|| "5d3" ||5d2l| ||5d1||

J\: RETE

KEF, FERMFHRANEZEFHE20-30 min lMHE RER. HRPIFCESENIRERATETHEE, AR
) ; E#HTIER. BRURFAEREAMER, SHesk, #REmHfLIRNAERE, FRNEF, ERRRME
S

8.1 IRIESLILAE, MLFERIIBEITRSE, MRRFMATIENBNBBEREHGFEFRTAC, HF—RAZRAR;

8.2 INFE, DANEGZFLATETFL FENEEARTFL. SFINMEARHERERL00 pL, RFILDBINNREFRALERIRENEZA100 pL/FL, %
BAREFESE BMUTERNIEATMEF, REBRIWIRE, WRLFREM, 5-10 minFTNE) ;

8.3 Egtrik= LARR, 37°CFE2 h

8.4 %

1) BAHRE GHFER, BRMEIRSEREEHSBI) , FRIE, BF;

2) FER (1X) FHERS, S§FL350-400 uL, #FeE, RERERTIRE, EERIBAR, BRFVIFENMRILUNRFETIE;
8.5 &FLIN100 pL iR (1X) (BREHAFESEEDT.2), HLHIRE, 37°CHELh;

8.6 EEFIES4;
8.7 LN 100 L HRPAFCHEBFME (1X) (BREAFIEEHST.3), S LHRER, 37°CHFE40 min;
8.8 EEFIES4;

8.9 B SFLMTMBE@RK1L00 L, 37°CEBHEE 15-20 min QIR B, S LEK S EE), FEid30 min; #HEEE
MR TRCRTS, EERYEIERNETESBEN, 1626, B7EA) ;

8.10 &1k SFLMNAIERLI00 L, BETHEE, KIERSTMBEEKRMWIMEINFE—3; CEX: IREBMEKERERELER)
8.11 ¥ LA630 nmARIERI, FEAMYIE450 nmiEKMEZFLAILEE(ODIE). AL LIERES min# TR, E7630
nm KIS, WRJEZER450 nm RIKIREL

8.12 RN BSMIERNEANODERHESFLAIODE, KESFL, NEIE, LUWRERIRE IIELR, OD BEAM)E
1%, EAEWHRE (f00rigin. ELISACalc®) #{THBEHIE (4-PL) , RIBHAMODERITEMELEELINEIRE, TGRS
SRR TTNRE,
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BIEREBEWT:

FEatE TARIREL BERE
1 | PERSEFE 100 uL | 120 7% 4R BIEE37°CIHE
2 [ HEETE (1) 100pL 60 7% 4R BIEE3T°CHE
3 HRPIRSHESFME (1X) 100 pL 40 S 4% BRE37T°CHE
4 | E6BTMB 100 pL 15-20 S3%# FRERF BIEE37°CIFE, Bt
5 |A&IbK 100pL [0 9% REERF
6 | MIAZRLERFEL630 nmAKRIERK, 7£450 nmAbNEODIE, iR AEE5 7%

N KBS
9.1 & tril
i (pg/mL) 0.D Average Corrected
] i : 0.024 _
Four Parameter Logistic (4-PL) Curve Fit 0 0.026 0.025
0.084
& 62.5 0.103 0.094 0.069
- 0.159
é 125 0144 0.152 0.127
3 0316
;g o1l 250 0.284 0.3 0.275
0.572
500 0.538 0.555 0.53
| 0.852
_ : : 1000 0.854 0.829
= 10 100 1000 4000 0.856
Human Adiponectin Concentration (pg/mL) 2000 1.402 1.451 1.426
1.5
2.233
4000 2.254 2.244 2.219
92 KREE
WRIERE: 3N TNERENEATRNEENE 200K;
RENERE: 3N NERENEAETREEENE 247K,
IRAFEEE (CVI) RIEWEZE (CV [8))
A HE  PE(pg/mL)  TREE BRAMCV% BA HE  THE(pg/mL)  tEE  TRABCV%
1 20 829.0 76.7 9.3 1 24 681.7 58.0 8.5
2 20 1,708.0 164.5 9.6 2 24 14219 138.0 9.7
3 20 2,354.9 158.3 6.7 3 24 2,467.6 156.2 6.3
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9.3 INAR[E Y X

ARG, ETEEERERS. B K3 NKRE, #1TAAdiponectinBIIMREIMERKT, L£ROT:

EFeyit] RRR(EER ¥HE (%) SEE (%)
1:10000 90 69-116
PNk
1:20000 100 95-104
1:2 105 95-115
HpE_E5E
14 94 81-104
9.4 & 1{E
WAZHFIE, WNEEARMIZEARS AAdiponectindRE,

¥){E (ug/mL)

A3 (n=24) 6.6 6.2-13.0

NAZEHFE, NARRERIFA, SRINT:

Adiponectin/=2ZEH HepG-2 4R 3T3-L1 {pE3dfER
(pg/mg) 3358 117.8
9.5 RYE
20 EENFFLFIODEM LR EATEESEIRODES MR EMEINS B ARERE, LthidifE-+ AAdiponectinlI REE R
24.0 pg/mLo
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9.6 £

AMBF MR B NAF AR RS, ERERIINIIERTIREER, AR EEMASRENAAdiponectin&ER, #HEWR
RSN AIIARER M, LetEEdEan T
(NIEMIMERAF A FSTHRE200012)

TR
90E (%) 107 111 111
H SBE (%) 99-114 110-113 109-114
ME (%) 99 113 105
e BE (%) 93-104 111-116 103-107
' S90E (%) 90 114 98
e SBE (%) 86-95 109-120 96-99
¥ME (%) 83 108 100
1:16
BE (%) 81-85 104-112 92-109
+: BEXE

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. et al. (2005). Expert Opin Ther Targets. 9: 245-251.

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