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KBIBEELR (Adiponectin) EESHT
B HX S AR AT &

ARFEAMAHE R . F TS e SR IR RIS M sk B35 L i Adiponectin ¥REZ . P BUWSAF4H PR UL B 1304
ERAASRERE, KRFIENGRFER . A7 OB s B8 F, SRR 2 ABRRRAT.

Adiponectinf&i4):

AR (BPEFRP30FIGBP28) & — Flt I I 41 i >R s A SR B AN 28 0 S B B AT B BAE A (1 B 2 Wb F0 55 0 i B B 1 o E R4
Moo R R e A, SRR RN /il FRECER B R A 1k, TR A R B B 2R VER, JRRT IR 1L IR 993 Al
SRR RE IR . FHERIE, TRECEE —MIE RN, 0 a0 N R ST 58 A iz 28 S FRA QI i B A 02 28 M4
o

R BRI R FH 661 2 22 I P4l T Je TR 5 A (IR i 1 137N R B FR A B 1 C Lo FEBR R A 5 CoR i Al il 7EAR PN, FREKER A
“MEEERNE S, AFRsTFEMNEESER (HMW) , FESTFEIEAEY (MMW, WIWNREE S FiksFRIE AT (LMW,
WEIA) o AR ERE SR A FRNESES®E, ERFEMIER.

R

AT R WL I LELTSAER M A T Adiponectin HIPKEL. KiAdiponectin HiZRTLIA DG T BEMIR L, HINAFRA DL
S i, AR RAdiponectin X SHERHUAL &, KB B I R E B B RERER 2 . AR T R Adiponectin $iT
)5, PikAdiponectin FifAE KiAdiponectin 4, HRICOLKIREE G, H el @l vedk fd Rk 2. BJa A
WL SV BERICHIR G R . MR SRR AL S, RORERNENS 5 IR0 ESYERGRK, el B @ vk
AR RR 25 o SR IR T, H AT EEAdiponect in FLTRMAIE R G, BHGS FALYIRE & B TC () B 7R AL (U 5t
TEMMANLL S R, BRSO, 32 450nmAb (ODME, Adiponectin JREHODsHZ AIRIEL, i#id 55 mAhbrukiisk, xti
RAFEAPODE, HIW S HARA Adiponectin W .

K B Adiponectinie &) BB Bk A B R T S 2k -

oy Fks (96T/48T)
Kl Adiponectinfii A TELBEAR | 125%/6%%

5 X bk it AR 20m1/10m1
K FR AdiponectinFr #E i 2/13 (T
K AdiponectinE FE AL HiLAA | 10ml/5ml

SR AN E B HRP G 10m1/5ml
WARBEGRI 20 X 30m1/15ml
TVBJEH 10m1/5ml

H kT 5ml/3ml
BB 3/23K
YA 14

AR :

L AR IS R 1 T IR R AT 4R AE

A 40R LSRR AR S O 2 B B R JE B AT

B. MIEARA N A EAREER 5, BRI, G e Ok AR e ] s

C. MLIbRAS, HER HIEDTARY 77205

D. HARFIIREAAGE AT, FRAEE G502, HRAFET—200C, BRI VRR.
2. M AR AR AN LA DT ART 575 18 750 e ) s
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Pr

3 ARABLIHGED, KeBURTREAF i SFIROE B0 %
4. ) PR L RS R b A K, I A AR
TE: K BRI B ML R A3 P A A R TR R i A«

HEEEI:

LA &1 IR A7 7E2~8°C

2. WRAEVC B R TENGIR T AT B 45 5, /KIS AV 45 5 52 A IR 5 T AR
3 ARESRSIE IS, ARG E T

4. JEE B A IR &)

5. INFERT, i BT Bk, B RAE X5 Y.

6. AR FH AN [FIHL 5 R S Lo

7. FAMIR SRR N 45 R AR R, fE IS R B D d G LRI IR 2] .
8. I PL, 1R E25~28C .

9. Peikid e OGN, VRIRA R MR E T 38 RRERCK .

10. 258 F b ot R ARSI AR 2 U U AL o

L1 s P v S <R = A

12, MUE AN LI AF A ERVRS DU, s 00470 R 10 97 57 B ) R 4 A8 K

LI B B 2 TAE

LR B OKA P 5 B B =l (25-28°C) SPAT2040 s BRI S 8 AR 1 S B T2~ 8 C LR AR

2. WA PRV SR K 8125 B KRB (LG 194 7K) -

3. K5 X AR R RV R K B2 8 T KRR R (L 4473 7K) «

4, FRAE S HOARSE S IR N L X AR & W 0 B v Adiponectin 49K 4 1 10pg/ml, EiR RN, kI HI7E25~28°C, # B 15~20
O3Bl 1 VR Ak UV T L AV JES 65, PR o 5 A 9 £55 L B PSS TR S5 A0 I N AR I FL o sl 2R B A, B R B 10 pg/ml,
P P B A E NOIREE D

250u 1 250w 1 250wl 2501 2s50u1

by e Y

H Bl AL N Lt : S FLERSRy300ul, N SR HE (A]BR15-30Fp . i — YRR 58 B B AR (5140 3 7 )oK 48 B JdaF.

LIS R 5 L AR
LR DR SOk 2. k(s
3. EEIHARAL; 4. BT REREA

BRIEPR:

LB TSR — M SLIR AT TR AR S 2, I BT R AR A OB AEAEZE Y, BT PN BURR 18 4R A 2 4, R T4°C.
2. @R BARRIETL, B AL, R E 7 ER%AL R ITMB S 3R v 190 . 4 7k S 4 5 (b v 5 o B O ) R A A T 25
3.9 A B AR SR AS [F] R BEARAE i (LOOUl/FLY IAAR R FL AR, PR 4R S S FL, iR (25-28°C) W 1205044 . 1M _HiBFEAR T T Fike
TR R M MEFEA, AR LA —F, —MRVEETE200~10001%, WCHImiaRE, HiM200f5H 46 .
AMRER, Bif5— R EERKAK FHT.

SN Z TR TAER(L00UFL) . FIEHRAREME R BIFL, iR (25-28°C) BFE605 4.

6.5, i —IREERKL BT

TSR Z R HRPHET TR (100ul/L). Fl 3R ARd 1 M AL, @b (25-28°C) i E 20404,

8.5, Himf5— R EEWKAK FHT.

9. A AT TMBLO0OUFL, L= (25-28°C) HFH 204 %,

10 A H 1R B0ul/FL, TR 21 )5 B %I 2 ODA4501E
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G

L ZALVEAE20%H0 22 7 W & R A A%, ZALRE TS rIE el RaE.
2. BEHRIE iy SR AN R ODAEL ik 25 AR e A IE FLARJODAE .«
3. FLetlbrufEth k. ASRHE S IREEAEREAATR, ODMEAEIALDR, DAT-HE Lo R 2% bRt i RO AR o B AR A HOODE P FE A i il 2% R 2T Hh L

K

4. FRRAODE R T AR A 28 L IR, ROd AR E, TSI RE I I 3 LR R A 4

HABENSE L
W pg/ml #AODfEL | #iBIODfH2 | ODFHIE
0 0. 084 0. 06 0.072
0.3125 0.237 0.221 0. 229
0. 625 0. 435 0. 391 0.413
1.25 0. 672 0. 624 0. 648
2.5 1. 025 0.901 0. 963
5 1.472 1.424 1.448
10 2.174 2. 004 2. 089

K AdiponectinS &R 2%

KEUIRIE 5275 bt h 2k

0

0.3125  0.625  1.25 2.5 5 10
KENRIR IR (ng/ml)

EE: AENESF, NURYGRBIRME S Frainde l & Ein kS .
REE, FREMERE:

L REE. ZRESEEREN, KM E486. 6pg/nl.
2. Rt 5 RMINF-a . TWEAKS AR 5 AFI/N R Adiponectin gt 3s XU «

3.ERME: WA,

SE MR :

MR 18] 745 55 R 4035 <10%.
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ELISA Kit for the Quantifative Analysis of Rat Adiponectin

The rat Adiponectin ELISA (enzyme-linked immunosorbent assay) kit is used for detection of rat Adiponectin in cell culture
supernatants,rat serum and plasma.THE ELISA KIT IS FOR RESEARCH USE ONLY. Please read this instruction manual carefully and
check out the material provided before use, and you can contact with our company if any questions. You can enter our website or call us

for other aim.

Introduction

Adiponectin (also called ACRP30 and GBP28) is an adipocytederived protein with wide ranging paracrine and endocrine effects on
metabolism and inflammation. It is induced during adipocyte differentiation, and its secretion is stimulated by insulin. It promotes
adipocyte differentiation, fatty acid catabolism, and insulin sensitivity and is negatively correlated with obesity, type 2 diabetes, and
atherogenesis. In this context, Adiponectin is an antiinflammatory agent, but it exerts proinflammatory effects in nonmetabolic disorders
such as rheumatoid arthritis and inflammatory bowel disease

Mature rat Adiponectin consists of a 66 amino acid (aa) N-terminal collagenous region and a 137 aa C-terminal C1q like globular
domain. In the circulation, adiponectin is present as three different oligomeric complexes, including the high molecular
weight (HMW), the middle molecular weight (MMW, also called hexamer) and low molecular eigh (LMW, also called trimer) forms.
Different oligomeric complex of adiponectin activates different signaling pathways and exerts distinct functions.

Principles of the Test

The kits is a solid sandwich enzyme-linked immunosorbent assay for detection of rat Adiponectin. An anti-rat Adiponectin monoclonal
antibody has been absorbed onto the wells of the microtiter strips provided. Samples including specimens or standards were pipetted into
wells. The rat Adiponectin in specimens or standards would be captured by the coated antibody and the free others were removed by
washing. The rat Adiponectin biotin-conjugated antibody were added and binds to rat Adiponectin captured by the first antibody, which
formed a sandwich. Streptavidin-HRP would be added and binds to the biotin conjugated antibody, then free Streptavidin-HRP would be
removed during a wash step. After this, subtrate solution would be added and catalyzed by the HRP, and a coloured product is formed.
The intensity of the colored product is used to calculate in proportion to the amount of rat Adiponectin in the original specimen.

Materials provided with the kits:

Reagent 96/48Test Kit
Rat Adiponectin Antibody-Coated Wells 12 strips/6 strips
5 X Standard Diluent 20ml/10ml
Rat Adiponectin Standard 2/1vial(s)

Rat Adiponectin Detetion Antibody 10ml/sml
Streptavidin-HRP 10ml/sml
Wash Buffer Concentrate 20x 30ml/15ml
TMB 10ml/5 ml
Stop Solution 5ml/3 ml
Plate Covers 32
Complete Instruction Manual 1

Specimen Collection
1.Collecting specimen as following:

A.The particulate of the cell culture supernatants should be removed before use.

B.Serum was obtained from clot at room temperature.

C.Please collect plasma with EDTA.

D.Assay immediately or store samples at —20°C. Avoid free-thaw cycles.

2. Antiseptic and anticoagulant should not appear in Serum

samples.

3. Any particulate should be removed from samples before use.
4. Do not use grossly hemolyzed or lipemic samples.
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Note: Strongly recommend that the serum and plasma samples should be diluted before use.

Precautions for use:

. Please storage the Kit at 2~8C.

. Washing buffer concentrate may have crystal in low temperature, and you can melt its in water-bath before use.
. Please discard the remains after use of the dissolved standard.

. Avoid contact of substrate solution with oxidizing agents and metal.

. Usage of disposable pipette tips avoid microbial contamination or cross-contamination of reagents or specimens.
Do not mix or substitute reagents with those from other lots or other sources.

. To ensure the adequate mixure of added reagents, please tap gently the plate after the wells were filled with liquid.
. Incubation temperature should be 25~28C.

. Wash step was crucial for whole assay process.

10. Duplicate wells of the same sample were recommended in assay process.

11. Avoid the foam while pour the liquid into wells.

12. For serum or plasma samples ,the biotin-conjugated antibody should be incubate for at least 90 minutes.

© o N UAWN R

Reagent Preparation

1.The reagents should be warmed up to room temperature before use. The remanent reagents must reseal and put into refrigeratory
again as soon as possible.

2.Dilute 1ml of wash buffer Concentrate into 19ml deionized or distilled water to work.

3. Dilute 1ml of 5 X sample diluent into 4ml deionized or distilled water to 1 X sample diluent.

4. Addsample diluen to the bottle according to the volume of the label and waitl5 minutes for complete dissolution. Incubation
temperature should be 25- 28°C . .And in turn add the half concentration diluent by standard diluent .

Wash step:

Automated microplate washer or operating by pipette: Each well should be pour into 300ul wash buffer and soak 15 or 30 seconds,then
be aspirated, five times process were repeated. After the last wash, remove remaining wash buffer by aspirating. Invert the plate and blot
it against clean paper towels.

Materials Required But Not Provided

1. pipettes and pipette tips

2. Microwell strip reader capable of reading at 450 nm (540 nm as optional reference wave length)
3. automated microplate washer

4.Glass-distilled or deionized water

Assay procedure

1.The needed strips were putted into the frame, the remains were returned into foil pouch and resealed.

2.Blank well were recommended, which only color reagent and stop solution be added. It is suggested that each testing with gradient
density of standard for standard curve.

3.Add 100ul of standard or sample.Cover with the Plate Covers provided.Incubate for 2 hours at room temperature. If is plasma serum
samples, different sample dilution ratio is different, generally in the range of 100 ~ 1000 times, if there is no definite scope, advice from
200 times dilution, if the sample concentration is too high, more than test scope, please increase after diluted times dilution test again.
4.Five times wash process were repeated.

5.Add 100ul of detetion antibody. Cover with the Plate Covers provided.Incubate for 1 hour at room temperature.

6.Five times wash process were repeated.

7.Add 100ul of Streptavidin-HRP. Cover with the Plate Covers provided. Lucifugal incubation for 20 minutes at room temperature.

8.Five times wash process were repeated.

9.Add 100ul of TMB, Lucifugal incubation for 20 minutes at room temperature.

10.Add 50ul of stop solution to each well, determine the optical

density of each well within 10 minutes.

Calculation of Results

1.Duplicates should be within 20 percent of the mean. Average absorbance values for each set of duplicate samples were used as
detection results.

2.The blank absorbance values of subtract should be deducted.
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3.Drawing a best fit curve through the points of graph. Draw the standard curve by plotting assayed OD valure (on the Y axis) vs.
concentration (on the X axis). The sample concentration was obtained based on its OD value founding in the standard concentration

curve.

4.1f the values obtained are not within the expected range of the standard, Samples should be dilute and assay again.

Typical Data and Standard Curve

concentration Typical data 1 Typical data Average
(ng/ml) 2

0 0.084 0. 06 0.072

0.3125 0. 237 0. 221 0.229

0.625 0.435 0. 391 0.413

1.25 0.672 0.624 0. 648

2.5 1. 025 0.901 0.963

1. 472 1. 424 1. 448

10 2.174 2.004 2.089

Rat Adiponectin Standard Curve

o
o

Rat Adiponectin Standard Curve

)

o

Density

Optical

0

0.3125 0.625

2.5 5

Rat Adiponectin concentration(ng/ml)

Sensitivity, Specificity, Repeatability

Sensitivity: repeated assays were evaluated and the minimum detectable dose was 86.6pg/ml.

Specificity : No significant cross-reactivity or interference with rat TNF-a . TWEAK ,human Adiponectina and mouse Adiponectin.
Repeatability: The coefficient of variation between wells or plates is less than 10 per cent.
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