L_-j NOVUS

a blotechne brand

PRODUCT INFORMATION & MANUAL

Mouse Adiponectin/Acrp30 Valukine™ ELISA

Catalog Number: VAL631

For the quantitative determination of natural and recombinant mouse
Adiponectin/Acrp30 concentrations

For research use only.
Not for diagnostic or therapeutic procedures.

Bio-Techne China Co. Ltd
P: +86 (21) 52380373 P: 8009881270 F: +86 (21) 52381001
info.cn@bio-techne.com

Please refer to the kit label for expiry date.
Novus kits are guaranteed for 3 months from date of receipt
Version 202410.1




TABLE OF CONTENTS

l BACKGROUND ...ttt ssss s ssss s s s s sse s se s ssne s sans s sanesnsanes 2
. OVERVIEW. ...ttt s s s s s s s s s ssan s ennns 4
Il ADVANTAGES. ...t e 5
IV.  EXPERIMENT ...ttt s ss s s s e s e s me s sane s 8
V. KIT COMPONENTS AND STORAGE ........cccocsntmmntrnnsre s sssssssssssesssanes 9
VI.  PREPARATION ...ttt ssn s s s ssss s sas s s sanssnsnnns 11
VII. ASSAY PROCEDURE .........cccimiiininninnnnissn s sss s ssasssns 13
VIII. REFERENGES. ...ttt s ss s s sss s ss s ns s ssnssnsans 15



. BACKGROUND

Adiponectin, also known as Acrp30, apM1, AdipoQ, and GBP28, is a 30 kDa
glycoprotein that is secreted primarily by adipocytes and induces wide ranging
paracrine and endocrine effects on metabolism and inflammation (1-3). Mature mouse
Adiponectin consists of a 66 amino acid (aa) N-terminal collagenous region and a 137
aa C-terminal C1q/TNF-a-like globular domain and shares approximately 83% and
91% amino acid (aa) sequence identity with human and rat Adiponectin, respectively
(4).

Adiponectin forms 90 kDa homotrimers that contain two disulfide-linked monomers
and a third subunit which is noncovalently associated. Two trimers can be covalently
linked to create a 180 kDa hexamer which associates into >300 kDa high molecular
weight (HMW) Adiponectin (5-7). The various forms of Adiponectin do not interconvert
in the serum (7). Adiponectin is O-glycosylated on four hydroxylated lysines in its
collagen domain, a modification which is required for the intracellular formation of
HMW Adiponectin and its insulin-sensitizing activity (8, 9). The ratio between different
forms of Adiponectin may be biologically significant; a much greater amount of HMW
Adiponectin circulates in females compared to males, although the levels of trimeric
and hexameric Adiponectin are comparable between genders (7, 10, 11). A cleaved
form of Adiponectin, known as gAdiponectin, consists of the globular domains in
trimeric complexes (12, 13). Circulating Adiponectin levels are high, comprising
approximately 0.01% of total plasma protein (10). Adiponectin exerts its bioactivity
through interactions with the 7-transmembrane receptors AdipoR1 and AdipoR2
(14-16). The widely expressed AdipoR1 binds gAdiponectin with high affinity but binds
full length Adiponectin with very low affinity (14). AdipoR2 binds both the full length
and globular forms with intermediate affinity and is relatively restricted to the liver (14).
The various forms of Adiponectin also differentially interact with Cadherin-13 in

muscle and with several growth factors (17, 18).

Adiponectin promotes insulin sensitivity through multiple actions on glucose and fatty
acid metabolism, frequently in opposition to the actions of TNF-a (19-23). It induces a
decrease in serum glucose and triglyceride levels, an increase in serum glucagon, but
no change in insulin levels (20, 22, 24). In the liver, Adiponectin enhances the
insulin-dependent inhibition of gluconeogenesis (22, 24). In skeletal muscle,

Adiponectin promotes fatty acid uptake and oxidation, glucose uptake, and lactate



production (12, 19, 20, 25, 26). HMW Adiponectin is the most potent isoform at
inducing insulin sensitization in liver, and gAdiponectin is more potent than the full
length molecule at inducing metabolic effects in muscle (8, 9, 12, 25-27). The various
isoforms of Adiponectin differentially trigger the activation of AMPK and NFkB in liver
and muscle (6, 8, 25, 26, 28). In the adult (but not in the fetus), elevated levels of
circulating total Adiponectin, and particularly HMW Adiponectin, are negatively
correlated with conditions related to metabolic syndrome (10, 29). Decreased plasma
HMW Adiponectin levels are associated with upper body obesity, insulin resistance,
reduced fatty acid oxidation, dyslipidemia, coronary artery disease, and
atherogenesis (30-33). Plasma HMW Adiponectin levels increase in response to

treatment with insulin-sensitizing thiazolidinediones (27, 34).

Adiponectin inhibits inflammation by antagonizing TNF-a induced vascular endothelial
cell apoptosis and the upregulation of leukocyte adhesion proteins on the vascular
endothelium (32, 35, 36). In macrophages, Adiponectin promotes polarization toward
the M2 anti-inflammatory phenotype, inhibits TNF-a production, and interacts with
C1gRp to promote the clearance of Adiponectin-opsonized apoptotic cell debris
(37-39). It protects against atherosclerosis by suppressing nitric oxide formation, the
progression of macrophages into foam cells, and the migration of adventitial
fibroblasts to the intima (40, 41). In nonmetabolic disorders such as rheumatoid
arthritis and inflammatory bowel disease, however, Adiponectin levels are elevated
and it can promote inflammation (42-45). Adiponectin also negatively regulates

myelomonocytic progenitor cell growth (38).



I. OVERVIEW

A. PRINCIPLE OF THE ASSAY

This assay employs the quantitative sandwich enzyme immunoassay technique. An
antibody specific for mouse Adiponectin has been pre-coated onto a microplate.
Standards, control and samples are pipetted into the wells and any mouse
Adiponectin present is bound by the immobilized antibody. After washing away any
unbound substances, an enzyme-linked antibody specific for mouse Adiponectin is
added to the wells. Following a wash to remove any unbound antibody-enzyme
reagent, TMB substrate (Chromogenic agent) is added to the wells and color
develops in proportion to the amount of mouse Adiponectin bound in the initial step.

The color development is stopped, and the intensity of the color is measured.
B. LIMITATIONS OF THE PROCEDURE

+ FORRESEARCH USE ONLY. NOT FOR USE IN DIAGNOSTIC PROCEDURES.

+ This kit is suitable for cell culture supernates, mouse plasma, mouse serum and

tissue homogenates.
+ The kit should not be used beyond the expiration date on the kitlabel.
+ Do not mix or substitute reagents with those from other lots or sources.

+ |If samples generate values higher than the highest standard, dilute the samples

with Calibrator Diluent (1x) and repeat the assay.

+ Any variation in operator, pipetting technique, washing technique, incubation time

or temperature, and kit age can cause variation in binding.



lll. ADVANTAGES

A. PRECISION

Intra-assay Precision (Precision within an assay)
Three samples were tested twenty times on one plate to assess intra-assay precision.
Inter-assay Precision (Precision between assays)

Three samples were tested in twenty-three separate assays to assess inter-assay
precision.

Intra-assay Precision Inter-assay Precision
Sample 1 2 3 1 2 3
Mean (ng/mL) 0.33 1.23 3.83 0.35 1.22 4.02

Standard Deviation 0.022 0.072 0.221 0.021 0.061 0.258

CV% 6.7 5.9 5.8 6.0 5.0 6.4

B. RECOVERY

The recovery of mouse Adiponectin spiked to three levels throughout the range of the
assay in various matrices was evaluated.

Sample Type Average % Recovery Range (%)

Cell culture media (n=7) 103 82-115
Mouse serum* (n=6) 98 85-114

Mouse EDTA plasma*
92 81-106

(n=4)

Mouse heparin plasma*

93 77-110

(n=4)

*Samples were diluted prior to assay as directed in the Sample Preparation section.

C. SENSITIVITY
Fourteen assays were evaluated and the minimum detectable dose (MDD) of mouse
Adiponectin ranged from 0.001-0.007 ng/mL. The mean MDD was 0.003 ng/mL.

The MDD was determined by adding two standard deviations to the mean optical
density value of twenty zero standard replicates and calculating the corresponding
concentration.



D. CALIBRATION

This immunoassay is calibrated against a highly purified NS0O-expressed recombinant
mouse Adiponectin produced at R&D Systems. The recombinant mouse Adiponectin
preparation contains a mixture of the trimeric, hexameric, and higher order multimeric
full-length Adiponectin isoforms.

E. LINEARITY

To assess the linearity of the assay, different samples were containing or spiked with
high concentrations of mouse Adiponectin and diluted with Calibrator Diluent (1x) to

produce samples with values within the dynamic range of the assay.

Mouse Mouse
Tissue Mouse .
Cell culture EDTA heparin
Dilution homogenates* serum* .
media (n=4) plasma* plasma
(n=2) (n=6)
(n=3) (n=3)
Average %
93 97 97 95 95
1:2 |of Expected
Range (%) 88-105 90-103 92-102 95-95 93-98
Average %
94 104 100 97 98
1:4 |of Expected
Range (%) 88-105 98-109 94-103 93-100 97-99
Average %
95 108 101 96 96
1-8 |of Expected
Range (%) 87-108 99-116 99-104 93-99 94-97
Average %
114 109 101 97 96
1-16 | of Expected
Range (%) | 114-114 101-117 97-107 93-101 93-100

*Samples were diluted prior to assay.
F. SAMPLE VALUES

Mouse serum/plasma - Samples were evaluated for detectable levels of mouse

Adiponectin in this assay.




Mean Range Standard
Sample Type
(ng/mL) (ng/mL) Deviation (ng/mL)
Mouse serum (n=20) 7476 2652-15528 2959
Mouse EDTA plasma (n=10) 6675 4408-8880 1423
Mouse heparin plasma (n=10) 7198 5228-9702 1494

Cell Culture Supernates - Two lungs (1-2 mm pieces in 40 mL of medium) were
cultured for 7 days in RPMI supplemented with 10% fetal bovine serum. An aliquot of
the cell culture supernate was removed for evaluation, assayed for levels of mouse

Adiponectin, and measured 1.4 ng/mL.

Tissue Homogenates - Homogenates from spleen, liver, and fat tissue were assayed
for mouse Adiponectin and measured 13 ng/mL, 30 ng/mL, and 51 ng/mL,

respectively.

G. SPECIFICITY
This assay recognizes natural and recombinant full-length mouse Adiponectin.

The factors listed below were prepared at 50 ng/mL in Calibrator Diluent (1x) and
assayed for cross-reactivity. Preparations of the following factors at the same
concentrations in a mid-range mouse Adiponectin control were assayed for
interference. No significant cross-reactivity or interference was observed.

Recombinant mouse: Recombinant human:
CD27 Ligand 0OX40 Ligand Adiponectin

CD30 Ligand RANK Ligand C1qR/Fc Chimera
CD40 Ligand TRAIL

Fas Ligand TNF-a

LT-a1/B2 TNF-a (truncated)

LT-a2/B1 TWEAK

This assay does not recognize mouse gAdiponectin.

This assay does not detect recombinant rat Adiponectin (up to 2 ug/mL) or rat serum

samples.



IV. EXPERIMENT

EXAMPLE STANDARD

The standard curve is provided for demonstration only. A standard curve should be

generated for each set of samples assayed.

Optical Density

—_

0.1

0.1

1

Mouse Adiponectin Concentration (ng/mL)

10

(ng/mL) 0.D. Average Corrected
0 0.010 0.010 —
0.011
0.156 0.138 0.142 0.132
0.147
0313 0.259 0.265 0.255
0.2
0.625 0.469 0.484 0.474
0.498
125 0.808 0829 0.819
0.850
25 1219 1.265 1.255
131
5 1.85 1.867 1.857
1.878
10 2.386 2394 2.384
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V. KIT COMPONENTS AND STORAGE

A. MATERIALS PROVIDED

Parts Description Size
96 well polystyrene microplate (12 strips of 8
Mouse Adiponectin
wells) coated with an antibody against mouse 1 plate
Microplate
Adiponectin.
An antibody specific for mouse
Mouse Adiponectin
Adiponectin conjugated to horseradish 1 vial
Conjugate
peroxidase.
Recombinant mouse Adiponectin in a buffered
Mouse Adiponectin
protein base; lyophilized. Refer to the vial label 1 vial
Standard
for reconstitution volume.
Recombinant mouse Adiponectin in a buffered
Mouse Adiponectin protein base; lyophilized. The assay value of the
1 vial
Control Control should be within
the range specified on the label.
Assay Diluent RD1W | A buffered protein base. 1 vial
Calibrator Diluent
A 4x concentrated buffered protein base used to _
Concentrate (4x)/ _ 2 vials
dilute standard and samples.
RD5-26
Wash Buffer A 25x concentrated solution of buffered 1 vial
via
Concentrate (25x) surfactant.
TMB ELISA Substrate Solution/TMB Substrate
TMB Substrate 2 vial
Solution.
Stop Solution Diluted hydrochloric acid. 1 vial
Plate Sealers Adhesive strip. 3 strips




B. STORAGE

Unopened Kit | Store at 2-8°C. Do not use past kit expiration date.

Wash Buffer (1x)

Assay Diluent RD1W

Stop Solution

Conjugate May be stored for up to 1 month at 2-8°C.

TMB Substrate

Control

Opened/

Reconstituted Standard

Reagents
Calibrator Diluent May be stored for up to 1 month at 2-8 °C.*
Concentrate (4x)/ Use and discard diluted Calibrator Diluent
RD5-26 (1%). Prepare fresh for each assay.

Return unused wells to the foil pouch
containing the desiccant pack, reseal along
entire edge of zip-seal. May be stored for
up to 1 month at 2-8°C.*

Microplate Wells

* Provided this is within the expiration date of the Kkit.
C. OTHER SUPPLIES REQUIRED
+ Microplate reader capable of measuring absorbance at 450 nm, with the
correction wavelength set at 540 nm or 570 nm.
+ Pipettes and pipette tips.
¢ Deionized or distilled water.
+ Squirt bottle, manifold dispenser, or automated microplate washer.
¢+ 100 mL and 500 mL graduated cylinder.

+ Test tubes for dilution of standards and samples.
D. PRECAUTION

+ Some components in this kit contain a preservative which may cause an allergic
skin reaction. Avoid breathing mist.

+ The Stop Solution provided with this kit is an acid solution. Wear eye, hand, face,
and clothing protection when using this material.
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VI. PREPARATION

A. SAMPLE COLLECTION AND STORAGE

The sample collection and storage conditions listed below are intended as
general guidelines. Sample stability has not been evaluated.

Cell Culture Supernates - Remove particulates by centrifugation and assay
immediately or aliquot and store samples at <-20 °C. Avoid repeated freeze-thaw
cycles. Samples may require dilution with Calibrator Diluent (1x).

Tissue Homogenates - Organs from 2-5 mice were rinsed with PBS to remove
excess blood, chopped into 1-2 mm pieces, homogenized in 5-10 mL of PBS in a
tissue homogenizer, and stored at < -20 °C overnight. After two freeze-thaw cycles
were performed to break the cell membranes, the homogenates were centrifuged for
5 minutes at 5000 x g to remove particulate. Fat tissue collected from 3 female mice
was homogenized in 5-10 mL of PBS and stored at < -20 °C overnight. Homogenates
were centrifuged for 5 minutes at 5000 x g. Samples may require dilution with
Calibrator Diluent (1x).

Serum - Allow blood samples to clot for 2 hours at room temperature before
centrifuging for 20 minutes at 2000 x g. Remove serum and assay immediately or
aliquot and store samples at < -20 °C. Avoid repeated freeze-thaw cycles. Samples
may require dilution with Calibrator Diluent (1x).

Plasma - Collect plasma using EDTA or heparin as an anticoagulant. Centrifuge for
20 minutes at 2000 x g within 30 minutes of collection. Assay immediately or aliquot
and store samples at < -20 °C. Avoid repeated freeze-thaw cycles. Samples may
require dilution with Calibrator Diluent (1x).

Note: Citrate plasma has not been validated for use in this assay.

B. SAMPLE PREPARATION

Mouse serum and plasma samples recommend a 2000-fold dilution. A suggested
2000-fold dilution is 10 yL of sample + 990 pL of Calibrator Diluent (1x). Complete
the 2000-fold dilution by adding 10 uL of the diluted sample + 190 uL of Calibrator
Diluent (1x). Optimal dilutions should be determined by the end user.

C. REAGENT PREPARATION

Bring all reagents to room temperature before use.

Mouse Adiponectin Control - Reconstitute the Control with 1.0 mL deionized or
distilled water. Assay the Control undiluted.

Wash Buffer (1x) - If crystals have formed in the concentrate, warm to room
temperature and mix gently until the crystals have completely dissolved. Dilute 20 mL

11



of Wash Buffer Concentrate (25x%) into deionized or distilled water to prepare 500 mL
of Wash Buffer (1x).

Calibrator Diluent (1x) - Use deionized or distilled water to prepare Calibrator
Diluent (1x).

Mouse Adiponectin Standard- Refer to the vial label for the reconstitution
volume® This reconstitution produces a stock solution of 10 ng/mL. Allow the
standard to sit for a minimum of 15 minutes with gentle agitation prior to making
dilutions.

*If you have any question, please seek help from our Technical Support.

Pipette 200 pL of Calibrator Diluent (1x) into each tube. Use the stock solution to
produce a dilution series (below). Mix each tube thoroughly before the next transfer.
The undiluted standard serves as the high standard (10 ng/mL). The Calibrator
Diluent (1x) serves as the zero standard (0 ng/mL).

200pL 200 pL 200pL 200 L 200 pL

— ‘,_____’ A A A

200 uL Std. | 1 A 1 Al 1
|-
> | ' =1
STANDARD '1 ‘
10 ng/mL 5 ng/mL 25ng/mL  1.25ng/mL 0.625ng/mL 0.313 ng/mL 0.156 ng/mL

D.

TECHNICAL HINTS

When mixing or reconstituting protein solutions, always avoid foaming.

To avoid cross-contamination, change pipette tips between additions of each
standard level, between sample additions, and between reagent additions. Also,
use separate reservoirs for each reagent.

It is recommended that the samples be pipetted within 15 minutes.

To ensure accurate results, proper adhesion of plate sealers during incubation
steps is necessary.

TMB Substrate should remain colorless until added to the plate. Keep TMB
Substrate protected from light. TMB Substrate should change from colorless to
gradations of blue.

Stop Solution should be added to the plate in the same order as the TMB
Substrate. The color developed in the wells will turn from blue to yellow upon
addition of the Stop Solution. Wells that are green in color indicate that the Stop
Solution has not mixed thoroughly with the TMB Substrate.

12



VII.LASSAY PROCEDURE

Bring all reagents and samples to room temperature before use. It is

recommended that all samples, standards and control be assayed in duplicate.

1.

10.

11.

Prepare reagents, standard dilutions, control, and samples as directed in the

previous sections.

Remove excess microplate strips from the plate frame, return them to the foil
pouch containing the desiccant pack, and reseal.

Add 50 pL of Assay Diluent RD1W to each well.

Add 50 uL of standard, control and prepared sample per well. Tap plate gently for
one minute. Cover with the adhesive strip provided. Incubate for 3 hours at
room temperature. A plate layout is provided for a record of standards and
samples assayed.

Aspirate each well and wash, repeating the process four times for a total of five
washes. Wash by filling each well with Wash Buffer (400 uL) using a squirt bottle,
manifold dispenser, or autowasher. Complete removal of liquid at each step is
essential to good performance. After the last wash, remove any remaining Wash
Buffer by aspirating or decanting. Invert the plate and blot it against clean paper
towels.

Add 100 pL of Mouse Adiponectin Conjugate to each well. Cover with a new
adhesive strip. Incubate for 1 hour at room temperature.

Repeat the aspiration/wash as in step 5.

Add 100 pL of TMB Substrate to each well. Incubate for 30 minutes at room
temperature. Protect from light.

Add 100 pL of Stop Solution to each well. Gently tap the plate to ensure thorough
mixing.

Determine the optical density of each well within 10 minutes, using a microplate
reader set to 450 nm. If wavelength correction is available, set to 540 nm or 570
nm. If wavelength correction is not available, subtract readings at 540 nm or 570
nm from the readings at 450 nm. This subtraction will correct for optical
imperfections in the plate. Readings made directly at 450 nm without correction
may be higher and less accurate.

CALCULATION OF RESULTS

Average the duplicate readings for each standard, control and sample and
subtract the average zero standard optical density (O.D.). Create a standard

13



curve by reducing the data using computer software capable of generating a
four-parameter logistic (4-PL) curve-fit. As an alternative, construct a standard
curve by plotting the mean absorbance for each standard on the y-axis against
the concentration on the x-axis and draw a best fit curve through the points on the
graph. The data may be linearized by plotting the log of the mouse Adiponectin
concentrations versus the log of the O.D. and the best fit line can be determined
by regression analysis. This procedure will produce an adequate but less precise
fit of the data.

If samples have been diluted, the concentration read from the standard curve
must be multiplied by the dilution factor.

14
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RN CMEERR L) 1, fER SRR R, JCHZHMWIIRE 2K 17 & S5 A 2%
HAEFIFRIE R AR (10,29 o MFEHMWIEELRKFRIBRRE b ARk,
B ailhn. s > s e RSN B kR FEREfL A D¢ (30-33)
A58 FH JR B R AU At E M e — R 2R 2507697 5, IURHMWIIR B AKSEF 2Tt (27,34) &
JIE 1% 2 8 I 5 U TNF-aids 5 0 0L P R 20 B O TR0 L P Rz b 1 4 B B 2 1 g i
2 AE (32, 35,36) o fEEMEGHMIH, ARIBEER AT (2 B AH i M2t ¢ R AL,
HIHITNF-af 1724, FE5C1qRpMAHEAE, (R3EIRIeE M T4 A i B (37-39) .
I B 2% 308 T I 1) — SR A R TS R 4 o [ 3 4 o P A e DA R I A Bl 2 4 4
A IS Y BERIE RS, AT 1L shK SR AEREfL (40, 41) o AT, 7RSSR 1T 98 il 4k
SEPE G S AR B T, IRERER AP Ty, FRRT{RIERE (42-45) . JIREXFRILAE
A1) Y T A EEAZ A A 4 B ) AR (38) .
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ARSI K PR IEOELISATE . $it/) R Adiponectinft AR B4 T fLAR E, a0,
J A S AR AE 5 P /) BRAdiponectings 5 [l @ EAR b ARG &, TR I R v 25
IMABAR L AL BEbR 1T H 5T/ R Adiponectinf il HT A4 2EAT 187 & .« Wele K BR AR 4 & )
Ja, IATMBIEYIER (RGFHD o FWRHIG S5 HARE A RIEE: AL IR 1
BRI TE R o
B. #illfRFR
o [UERHER, AT R TERIMNSHT
o AT EEH T AR R LA, N RLIRREAS, /N BRI RE A S ST R R A
o EAERG A RO AL
o ARG A F 5 i & 2 o A Re R A
o FEAME AT KT ARiE b 2 0 Bl SO REAS HIBR B AR (1) e S E BTG

o RIEERIAFE R R MRS, WAESREA R BRE AR AL B
WA NI T R IRLE L Bl RO 4
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A. BHE

BRARERARE (IRl A AN R FLIR] RS A D
CRIREE M =P, FEF AR 20 200K, LA E AR ARSI -

WRIERERAE ORI 2 (8 RS R )

CANRE I =AFEA,  fEA FIARIE] 70 Ak 2300, - DL 5 B R RS

WA FEHE R IEI ARG
FEA 1 2 3 1 2 3
M (ng/mL) 0.33 1.23 3.83 0.35 1.22 4.02
b2z 0.022 | 0.072 | 0.221 | 0.021 | 0.061 | 0.258
CV% 6.7 5.9 5.8 6.0 5.0 6.4
B. [Hjgt=x

FEAN R R RE A 45 ANASITE Bl N ASTRD 7K (/) S Adiponectin, il FL IR %

FEA KRR SERIERE Y% VEE (%)
MG IR (n=7) 103 82-115
NRILFFEA™ (n=6) 98 85-114

/NEREDTAILIKFE A (n=4) 92 81-106
NI R ML FEA™ (n=4) 93 77-110

R it A DN I 2 FERE it 1 450 0 IO H R R HEAT RE A RRE

C. REE

14Kl 45 SR 22 B, /)N i Adiponectin ) £ & T il 551 & (MDD )3 [ 40.001- 0.007 ng/mL.

*F-#5MDD>#0.003 ng/mL.

MDD 2 HR45 201> 2 5 ) vHE ot £ LRI BEAE FE -1 S0 A o 1 22 T A5 B AR R

LR o
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D.

KIE

Z A 5 1 LAR&D Systems2E 77 1 & 4 2 NS 03R4 (1) # 21 /)N i Adiponectin s 1E »
2/ i Adiponectin & 5 = RAK . 75 BARFIE 5B 2 B4k 4K Adiponectin il ! (1) &

.
E.

2tk

AR FIREAS o 5 B35 N sk B2 1) /) S Adiponectin, - SR J5 FIARHE SRR (1% Kbt
AFRE R IVE I A, I et

S MpiEFEE | AfS%r | ARIME* | ADREDTA VMNRAFR LR
o
(n=4) (n=2) (n=6) |f¥*(n=3) (n=3)
“FYME A
93 97 97 95 95
1:2 i (%)
JuE (%) 88-105 90-103 92-102 95-95 93-98
YA HARE
94 104 100 97 98
1:4 B (%)
e (%) 88-105 98-109 94-103 93-100 97-99
AT
95 108 101 96 96
1:8 i (%)
e (%) 87-108 99-116 99-104 93-99 94-97
“FYHE R
114 109 101 97 96
116 i (%)
e (%) 114-114 101-117 97-107 93-101 93-100
*REATE D 52 F R RE
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F. FEATUE

/N E L EAEA - R e it 1447 /) B Adiponectin B AT Al 7K -F FRIPFAd -

FEARRY FHIME (ng/mL) | JEE (ng/mL) Fr#EZ(ng/mL)
NRIMJEREA (n=20) 7476 2652-15528 2959
/NEREDTAINLZERE A
6675 4408-8880 1423
(n=10)
/INERT 2R AR AR
7198 5228-9702 1494
(n=10)

A EEREA - B2 (1 - 2 mmBg/hER) B FRAE S 10% 6 4 ML7E AU40mL RPMI
Bt BiIRTR. BUEEMIRREIE BIE, K/ B Adiponectinfl) & &, & ili{E

1.4 ng/mL.

HRSIEA - M. FFRIAR I 4250 5 b/ iR Adiponectini?) & & 43 71913 ng/mL. 30

ng/mL#151 ng/mL.

G. fRit

BEELISAVE AT KGR SR I H 2H 4= K /)y i Adiponectin..

B LR PR TR SRR BT (1) FC i 50 ng/mL i 2 Sk A6 5 /) B Adiponectin i)
LY o H450 ng/mLifFHEE T35\ A )3 [ 1) 2 28 /)N iR Adiponectin i BE e, ok
%t /)N fRAdiponectinff) T3t . A M %2 2B B 138 U N BT

Recombinant mouse:

Recombinant human:

CD27 Ligand 0OX40 Ligand Adiponectin
CD30 Ligand RANK Ligand C1gR/Fc Chimera
CD40 Ligand TRAIL

Fas Ligand TNF-a

LT-a1/B2 TNF-a(truncated)

LT-02/B1 TWEAK

A EABE /) FlgAdiponectin.

AR AN EASBER K FAdiponectin (757352 pg/mL) BUK B MIEREAS
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IV. 256

v B 2% S

ZARE I AEAR NS, BRI 2R HS R ARAE 2L

Optical Density

10

0.1

0.1

1
Mouse Adiponectin Concentration (ng/mL)

25

(ng/mL) 0.D. Average (orrected

0 0.010 0.010 —
0.011

0.156 0.138 0142 0.132
0.147

0313 0.259 0.265 0.255
0.21

0.625 0.469 (.484 0474
0.498

1.25 0.808 0.829 0.819
0.850

25 1219 1.265 1.255
131

5 1.856 1.867 1.857
1878

10 2.386 2.394 2.384
2.403




V. SIS HB LT
A. IS

2H Eiiip FA%
M Adi tin Mi at fu k3t B Adiponectinfi /& 1196 LB % & o
ouse Adiponectin Microplate
P PR i, 87Lx 124
Mouse Adiponectin Conjugate | EgfrAs il $i/) iR Adiponectini {4 b
" Adi i Standard /IidAdiponectintrEdh (KT . ZHH .
ouse Adiponectin Standar R
B bR AT E
" Adi i Control /N Adiponectinfsi izl (KT, FidEdh -
ouse Adiponectin Contro - . e
AR 5 A 87 A b 2 B 0 e 4D S L 7Y
Assay Diluent RD1W ez bk
Calibrator Diluent WRAAFHE R (4%) FH TRBE b iy ot
Concentrate (4x)/ RD5-26 HIFEA
Wash Buffer Concentrate (25x%)| #R%a 1142 (25%) 1
TMB Substrate TMB ELISAJEA W/ TMBJE ¥ TR 20
Stop Solution 2 bR g
Plate Sealers ES Y 35k
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B. A& T

o I 4 R 741 \
- IR ot e RO
Ve (1%
K R RDAW
%113
— 2-8°CHEfE, F%E305*
R AR B
TMBJEYE W
CHTIF, B —
o 8 i frg k| T
gl R

IR 25 b it A R
(4x) /RD5-26

2-8°CHitfs, % 30 K*
TH BRI S TR S ] (0 1 < b i BB, 2 R

%

EE ST ENES

AR AR RT3 A TR AR TEAE A, # s
2-8 CH#AF, HE30K*

AR A RO
C. KR H &R

o BEFRAX CRTNEE450nmAS Il K HI R UE 22 540nmERS70nmiAe I K IR e
o EREEEIB A K IRk
o ZRMKERE B TK
o YR (WD | ZIEIE GRS EE SR
s 100mLF500mL &
o FH T RRBEARAE SRIRE S

D. FEREM

o WHIETPI A S AR, ARSI R BRI MU, BRI .
o WNE TR BRI, ST IR . T A SRIREIB
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A. FERUE R AETF

PUTR B A IR A i - R AU E N — IR RS . RE AR A T MR VA

MRS B BURAROE G B0 2 SR I REAS B>, < -20 *CHETER L
WG S IR . FEARTTT RE TS B FIARME MR R (1%) HfE

HASI. FAPBSHPE2-5 I/NRAIZSE, PLEEBRZ R, YIk1-2 mmE# s, 78
ALK FS5-10 mL PBS2) 3K, HAE< -20°C FEAFIE o 1ESHAT P IR IR B 24 LAFT
TR AR S, B 209455000 x g N BS540 DL 25 (R RE o 17 DA3 T /)N GRS EE 1 I D7
HAL)HKTF5-10 mL PBSH, FAE< -20°C MBEAFER . 213K AEB000 x g R & 054508l
FE b 0T e 75 B T AR UE BRI (1) Fke

MEREAR: MRS SE =R FEEEE2/N, SR 7E2000 x g F 280020081 . IR E L 375 F¢
A2 G RIZI TR, s 0%, <-20°CHEF& . B Zika. FEARTTRER ZH
PrRAE AR (1%) ikt

M3REEA: ff FHEDTAST R A NPTETIEEM S . 4852000 x giE0020%-4% . 75 7E30
Oreh NIEE M REAR 2 Ja BN Z F A, B 03, <-20°CHREMF&H . B kb
FEATTRETR BB (1) Mk,

TEB: AT BN PRI U 2 1] AR B 55 11 o

B. HEAHRT/E

/N SRLFE AL A A WO AR HE AR AR (1) 2000154 Ja #EAT A0, BI10 uL
1f15+990 uLARAESAER (1%) o ZRJ510 puLMRE 5 FE i+ 190uLARdE A BER (1%)
B A 200015 Mk . foe HAREISE N H e 2 FH P B

C. MJRIAEE TR

EREERERFRE T ZE.
/N AdiponectinifE fh: A 11.0 mL2 B 7K SAR K E I BE dh o D52 I AR R
Pk

BRI (1%) « MUKFE P HCHE MRk GE VRl T Re B 45, BT IERRS: ME=R, &
TRIRA), P4 e A VARG FIBCHEIR . K20 mLIRAE BRI (25%) 281K 5]
F B T KRR %500 mL TAE IR BEIIBER (1%)

PR (1%) o Al H 2808 /K B0 25 8 T /K PR il AR VR S AR B (1%

/N Adiponectinfzadff: I AFUE S S5, 152K E 810 ng/mLpxsifE f B
W BREREDI55 e, HR VR
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A BRI, TEE BT BRSO .

MR FIMA200 pLARERBER (1%) o Kbrdkd BEE S BT ERSIFRE,
FEFE MRS G HRBWE T o B RREARIE D BHACRT FVEARE i 2y i (10
ng/mL) , FRERAER (1) AT HIEFRHEZEZE A0 (0 ng/mL) .

200 pL 200 pL 200 uL 200 pL 200 pL

= Ve YWan Wan YWan \
2o0pse. [ | [ | [ | 1 1 [

|
> i |
STANDARD ‘ ‘ | .
T BN B @O @
10 ng/mL 5 ng/mL 25ng/mL  1.25ng/mL 0.625ng/mL 0.313 ng/mL 0.156 ng/mL

D. HARPMRR

o CHREEEFERN, R

o ONTBRANGY, BHIASFEIRE RS BRI RGN E ek, 5
HANTRIR I3 7359 1 AN [ RO A% TR

o RBUS BN SE R B B

o RREREERY, I BRI R] ORUESS SR HERA

o TMBREMIHAE FIRAIRN G, WRICIRAE: MABILES, ¥ e 6 A
VRN (5

o ZOEMR BRI BRI TMBIEYIVE R _EAOBY — 86 INAZIERUG, fLAEHE B AR
W LA SR, RN RIS R iR &
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VIl. PR

ERARTER TR EFAAEARE T ZE, BUUTA RS, SR RE RS e

L\L‘We

L MU, eI A TR, RN, BT S FIREAR

2. ME PR =R R P AR, R RS BURE TSN, HERE O,

3. FALIIASOULIEIERDIW.

4. AR BERRE S, T SR SEIORE A I AL, BEL50 pl. BRI
FLARA 235N, JE AR AR S ML, IR E 3/ . Ui PR AL T — K96 FL AR
B, AT T e Ssbn v b AR R A FRIAR Y A B 5

5. RERR PIIRAARIR 2, A PSR 2508 T8 e S B A B BERBRALGEAR « REFLINYES 400 pL,
SRIGPRRR A B 25 o B HRAEAIR, JLIEBIR. FRRBEIRIS BN R R iA A
1R BT M SEIe gt B . e —IRUERES R, AR P BT VAR IR T kAR (3]
FEW K AR T BT % BR WA

6.  FERENEFLA 100 pL/)s B Adiponecting bAoA . F 3R 3 [ RifL, &
BEIEE 1/

7. BEEESL YR,

8. TERAMALAIMA00 uL TMBJEYIE, ZiRFFE 305080, HEEDL;

9. TEBMALAIIA100 uLZ b, HRMALI, VAR &5

10. AN IERE1070 80N, A8 F B AR OCI 5450 nmEIBOGEAE, ¥ E 540 nmE570
nm{EARIER K. WRBEKKIEATTH, LL450 nm )40 2:540 nmEi570 nm
(ISR X PRI R I B AR b IR G2 BB o S50 A IE 1M L AE 450 nm b idkAT (1)
T e i HSE AR

11 TR B FRER, B & AR LB EBCPAME, K52 T hrik
m F5ODME (O.D.) , AT ENBRAHENSHEHE (4-PL) 24 & 6l hr ik
k. H—BMRIEE, Wmidgmlyhl LRk SO (E Sxdh ik sk
P g bR 28, it B B Sl m LA i 2 . B T DLE a2 o B
Adiponectinif¢ B (1) % 05 O .D. I X HOR AL, I o ARG 2] LLid s (8] 43 4
SKHE . ZREF RGP R E A R A SRS
UNSRRE SRR RE, MRS vHE 28 S5 ) R P 0 20 LA R £ 4
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