FUJIFILM M

For Research Use Only. Not for use in diagnostic procedures.
Code No. 297-90701 (96 tests)

LBIS™ Mouse/Rat High Molecular Weight Adiponectin ELISA Kit

Please, read this instruction carefully before use.

1. Intended use
LBIS™ Mouse/Rat High Molecular Weight Adiponectin ELISA Kit is a sandwich ELISA system for quantitative measurement
of mouse or rat High Molecular Weight Adiponectin. This is for research use only.

2. Introduction

Adiponectin is one of cytokines secreted from adipocyte (adipocytokines, adipokines), and controls lipid metabolism and insulin
sensitivity. Adiponectin is an important substance showing anti-diabetic, anti-atherosclerotic, and anti-inflammatory actions.
In blood, adiponectin monomer molecules are associated to form trimer, hexamer or 12 - 18-mers. The monomer form of adiponectin
is found only in adipocytes, and homomultimer, i.e. trimer, hexamer and 12 - 18-mers formed from adiponectin monomer are
found in plasma. Trimer (low molecular weight complexes/LMW) is formed by interaction of non-covalent bonds of triple
helix area and by hydrophobic interaction between globular Cql domain, and hexamer (middle molecular weight complexes/
MMW) or larger complexes (higher molecular weight/HMW) are formed through disulfide bonds between cysteines at 39
of LMW-complexes.

Adiponectin is believed to influence on cell growth, angiogenesis, and tissue remodeling by isolating various growth factors
through binding with distinct affinity. The affinity is dependent upon the type of complexes, LMW, MMW and HMW.

The blood levels of HMW were reported to reflect BMI, sex, effect of body weight decrease, glucose tolerance, liver insulin
sensitivity, metabolic syndrome or DMZ2 more than total adiponectin levels. This means that assay for HMW is expected to
be more useful for analysis of metabolic syndrome and DM2. FUJIFILM Wako Pure Chemical Corporation’s LBIS™ Mouse/
Rat High Molecular Weight Adiponectin ELISA Kit is specific to HMW.

3. Assay Principle

In FUJIFILM Wako Pure Chemical Corporation’s LBIS™ Mouse/Rat High Molecular Weight Adiponectin ELISA Kit, standards
or diluted samples are incubated in monoclonal anti-adiponectin antibody-coated wells to capture HMW adiponectin. After 2
hours incubation and washing, HRP (horse radish peroxidase)-labeled anti-adiponectin antibody is added, and incubated for
90 minutes. After washing, HRP-complex remaining in wells is reacted with a TMB Solution for 30 minutes, and reaction is
stopped by addition of acidic solution, and absorbance of yellow product is measured spectrophotometrically at 450 nm. The
absorbance is nearly proportional to HMW adiponectin concentration. The standard curve is prepared by plotting absorbance
against standard HMW adiponectin concentrations. HMW adiponectin concentrations in unknown samples are determined
using this standard curve.

4. Performance Characteristics
- Assay range
The assay range of the kit is 3.13 ng/mL - 200 ng/mL.
- Specificity
The kit uses two monoclonal antibodies specific to mouse/rat HMW adiponectin.

Cross Cross
Sample . Sample .
reaction reaction
Mouse adiponectin (HMW) 100% Rat adiponectin (HMW) 100%
Mouse adiponectin (Hexamer) < 5% Tested at 1000 ng/mL.

No cross reaction at 1000 ng/mL : Mouse adiponectin (Trimer), Mouse adiponectin (Monomer), Mouse MCH, Mouse TNF-a,
Mouse INF-y, Mouse Insulin, Mouse Leptin, Rat adiponectin (Monomer), Rat TNF-a, Rat INF-y, Rat Insulin, Rat Leptin
- Precision of assay
Within assay variation (2 samples, 5 replicates assay), mean CV was within 10%.
+ Reproducibility
Between assay variation (3 samples, 4 days, duplicate assay), mean CV was within 10%
- Recovery test
HMW Adiponectin was added in 3 concentrations to 2 serum samples and was assayed.
The recoveries were 94.4% - 105%
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- Dilution test
2 serum samples were serially diluted by 3 steps.
The dilution curves showed excellent linearity. (R*=0.999)

5. Reference Assay Data

Strain Week | Gender | numbers Results (ng/mL) Remarks
Mean SD
libi feedi
BALB/c 6w g 10 2369 743 Serum, ad libitum feeding
ad libitum feeding
ICR 6w 2 10 2119 302 Serum, ad libitum feeding
Serum
, ad libi feedi
CD (rat) 3 w 2 9 2990 670 Serum, ad libitum feeding
Serum

These data should be considered as guidance only. Each laboratory should establish its own normal and pathological reference
ranges for HMW Adiponectin levels independently.

6. Precautions

+ For professional use only, beginners are advised to use this kit under the guidance of experienced person.

- Wear gloves and laboratory coats when handling assay materials.

- Do not drink, eat or smoke in the areas where assays are carried out.

- In treating assay samples of animal origin, be careful for possible biohazards.

- This kit contains components of animal origin. These materials should be handled as potentially infectious.

- Be careful not to allow the reagent solutions of the kit to touch the skin, eyes and mucus membranes. Especially be careful
for the Stop Solution because it is sulfuric acid. The Stop Solution and the TMB Solution may cause skin/eyes irritation. In
case of contact with these wash skin/eyes thoroughly with water and seek medical attention, when necessary.

- Avoid contact with the acidic Stop Solution and TMB Solution containing hydrogen peroxide and tetramethylbenzidine.
Wear gloves and eye and clothing protection when handling these reagents.

- The materials must not be pipetted by mouth.

- Residual samples and used tips should be rinsed in 1% formalin, 2% glutaraldehyde, or more than 0.1% sodium hypochlorite
solution for more than 1 hour, or be treated by an autoclave before disposal.

- Dispose consumable materials and unused contents in accordance with applicable regional/national regulatory
requirements.

- Use clean laboratory glassware.

- In order to avoid dryness of wells, contamination of foreign substances and evaporation of dispensed reagents, never
forget to cover the well plate with a plate seal supplied, during incubation.

- ELISA can be easily affected by your laboratory environment. Room temperature should be at 20C - 25T strictly. Avoid
airstream velocity over 04 m/sec. (including wind from air conditioner), and humidity less than 30%.

7. Reagents supplied

Components Use Status Amount
(A) Antibody-coated Plate Use after washing. 96 wells/1 plate
(B) Adiponectin Standard Concentrated. Use after dilution. 200 uL/1 bottle
(C) Buffer Ready for use. 60 mL/1 bottle
(D) Peroxidase-conjugated Antibody Solution Concentrated. Use after dilution. 100 uL/1 bottle
(F) TMB Solution Ready for use. 12 mL/1 bottle
(H) Stop Solution Ready for use. 12 mL/1 bottle
(I) Wash Solution (10x) Concentrated. Use after dilution. 100 mL/1 bottle
Plate Seal - 3 sheets

[Storage and Stability]

[(A) Antibody-coated Plate]

If seal is not removed, put the strip back in a plastic bag with zip-seal originally used for well-plate container and store at
2T - 10C.

[(B) Adiponectin Standard (2000 ng/mL)]

Standard solutions prepared above should be used as soon as possible, and should not be stored.
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[(C) Buffer] & [(F) TMB Solution]
If not opened, store at 2C - 10C. Once opened, we recommend using them as soon as possible to avoid influence by environmental

condition.

[(D) Peroxidase-conjugated Antibody Solution]

Unused working solution (already diluted) should be disposed.
[(H) Stop Solution]

Close the stopper tightly and store at 2°C - 10C.

[(I) Wash Solution (10x)]

If not opened, store at 2C - 10C. Dispose any unused diluted buffer.

8. Equipments or supplies required but not supplied [ ] Use as a check box

[ ] Deionized water (or Distilled water). [] Test tubes for preparation of standard solution series.

[] Glassware for dilution of Wash Solution (10x) (a graduated cylinder, a bottle). []Pipettes (disposable tip type). One
should be able to deliver 5 L - 10 4 L precisely, and another for 50 x L - 500 x L. [ ] Syringe-type repeating dispenser like Eppendorf
multipette plus which can dispense 50 L. [ ]Paper towel to remove washing buffer remaining in wells. [ ] A vortex-type
mixer. [ ] A shaker for 96 well-plate (600 rpm - 1200 rpm). [] An automatic washer for 96 well-plate (if available), or a
wash bottle with a jet nozzle. [JA 96 well-plate reader (450 nm * 10 nm, 620 nm : 600 nm - 650 nm) [] Software for
data analysis.

9. Preparation of Samples

This kit is intended to measure HMW Adiponectin in mouse or rat serum, plasma or culture medium. The necessary sample

volume for the standard procedure is 10 uL.

Samples should be immediately assayed or stored below -35C for several days. Defrosted samples should be mixed thoroughly

for best results.

Hemolytic and hyperlipemic serum samples are not suitable.

% To avoid influence of blood (high lipid or hemolysis, etc.), if your original samples have heavy chyle or hemolysis,
do not use them for assay. Abnormal value might be obtained with hemolysis above 80 mg/dL with this kit.

If presence of interfering substance is suspected, examine by dilution test at more than 2 points. Turbid samples or those

containing insoluble materials should be centrifuged before testing to remove any particulate matter. Sample dilution should

be carried out with the (C) Buffer using small test tube such as PP, PE or glass, before assay. You can choose dilution rate

25 -50 X if necessary.

Example of dilution : Rate 50 x (25%)
Sample (uL) 10 (10)
Buffer solution (L) 490 (240)

Storage and stability

Adiponectin in samples will be inactivated if stored at 2C - 10C. If you have to store assay samples for a longer period,
snap-freeze samples and keep them below -35C. Avoid repeated freezing and thawing.

10. Preparation of Reagents
@ Bring all reagents of the kit to room temperature (20T - 25C) before use.
@ Prepare reagent solutions in appropriate volume for your assay. Do not store the diluted reagents.

[Concentrated reagents)
[(B) Adiponectin Standard (2000 ng/mL) ]
Make a serial dilution of original standard solution to prepare each standard solution. An example is shown below.

Volume of standard solution (C) Buffer Concentration (ng/mL)

Original solution : 50 u L 450 u L 200

200 ng/mL solution : 200 u L 200 uL 100
100 ng/mL solution : 200 uL 200 uL 50
50 ng/mL solution : 200 uL 200 uL 25

25 ng/mL solution : 200 u L 200 uL 125

125 ng/mL solution : 200 uL 200 uL 6.25

6.25 ng/mL solution : 200 u L 200 uL 313
0 (Blank) 200 uL 0
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[(D) Peroxidase-conjugated Antibody Solution]

Prepare working solution by dilution of (D) with the (C) Buffer to 1 : 100.

[(I) Wash Solution (10x)]

Dilute 1 volume of the concentrated Wash Solution (10X ) to 10 volume with deionized water (or distilled water) to prepare
working solution. Example : 100 mL of concentrated Wash Solution (10x%) and 900 mL of deionized water (or distilled water).

11. Assay Procedure
Remove the cover sheet of the 96 well-plate after bringing up to room temperature.
(1) Wash the (A) Antibody-coated Plate by filling the well with washing buffer and discard 3 times
(*(D), then strike the plate upside-down onto several layers of paper towels to remove residual buffer in the wells.
(2) Pipette 50 uL of diluted samples to the designated sample wells.
(3) Pipette 50 uL of standard solution to the wells designated for standards.
(4) Shake the plate gently on a plate shaker (*®)
(5) Stick a Plate Seal (*®) on the plate and incubate for 2 hours at 20C - 25C.
(6) Discard the reaction mixture and rinse wells as step (1).
(7) Pipette 50 uL of (D) Peroxidase-conjugated Antibody Solution to all wells, and shake as step (4).
(8) Stick a Plate Seal (*®) on the plate and incubate the plate for 90 minutes at 20C - 25C.
(9) Discard the reaction mixture and rinse wells as step (1).
(10) Pipette 50 uL of (F) TMB Solution to wells, and shake as step (4).
(11) Stick a plate seal (*®) on the plate and incubate the plate for 30 minutes at 20C - 25C.
(12) Add 50 4L of the (H) Stop Solution to all wells and shake as step (4).
(13) Measure the absorbance of each well at 450 nm (reference wavelength, 620 nm*) immediately using a plate reader.
% Refer to 15. Summary of Assay Procedure for notes of @, *@ and *®.

12. Technical Tips

- In manual operation, proficiency in pipetting technique is recommended.

- The reagents are prepared to give accurate results only when used in combination within the same box. Therefore, do not
combine the reagents from kits with different lot numbers. Even if the lot number is the same, it is best not to mix the
reagents with those that have been preserved for some period.

- Be careful to avoid any contamination of assay samples and reagents. We recommend the use of disposal pipette tips, and
1 tip for 1 well.

- Optimally, the reagent solutions of the kit should be used immediately after reconstitution. Otherwise, store them in a
dark place at 2C - 10C.

- Time the reaction from the pipetting of the reagent to the first well.

- Prepare a standard curve for each assay.

- Dilution of the assay sample must be carried out using the buffer solution provided in the Kkit.

- The TMB Solution should be almost clear pale yellow before use. It turns blue during reaction, and gives yellowish color
after addition of Stop Solution. Greenish color means incomplete mixing.

- To avoid denaturation of the coated antibody, do not let the plate go dry.

- As the Antibody-coated Plate is module type of 8 wells X 12 strips, each strip can be separated by cutting the cover
sheet with a knife and used independently.

- When ELISA has to be done under the airstream velocity over 0.4 m/sec. and the humidity less than 30%, seal the well
plate with a plate seal and place the well plate in an incubator or a styrofoam box in each step of incubation.
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13. Calculations

section paper by plotting absorbance™ (Y-axis) against HMW adiponectin
concentration (ng/mL) on X-axis. Physiological or pathological situation 1.00 i‘
of animals should be judged comprehensively taking other examination
results into consideration.

(2) Using the standard curve, read the HMW adiponectin concentration
of a sample at its absorbance®, and multiply the assay value by dilution

(1) Prepare a standard curve using semi-logarithmic or two-way logarithmic M

©
=
=)

factor if the sample has been diluted. Though the assay range is
wide enough, in case the absorbance of some samples is higher
than that of the highest standard, please repeat the assay after
proper dilution of samples with the buffer solution.

* We recommend the use of 3rd order regression curve for log-log plot, or 4 0.01

Abs.(450-620)nm./|Blank

or 5 parameters method for log-normal plot in computer calculation.
1 10 100 1000

(3) Assay results from this product and results from other commercially o ) .
HMW Adiponectin (ng'ml)

available mouse/rat (total) adiponectin ELISA kits cannot be compared

because of the difference of the assay systems. HMW adiponectin assay standard curve (an example)

Absorbance may change due to assay environment.

14. Trouble Shooting
- Low absorbance in all wells
Possible explanations :
1) The standard or samples might not be added.
2) Reagents necessary for coloration such as Peroxidase-conjugated Antibody Solution, or TMB Solution might not be
added.
3) Wrong reagents related to coloration might have been added. Wrong dilution of Peroxidase-conjugated Antibody
Solution.
4) Contamination of enzyme inhibitor (s).
5) Influence of the temperature under which the kits had been stored.
6) Excessive hard washing of the well plate.
7) Addition of TMB Solution soon after taking out from a refrigerator might cause poor coloration owing to low
temperature.
- The OD of blank is higher than that of the lowest standard concentration (3.13 ng/mL)
Possible explanations :
Improper or inadequate washing. (Change washing repetition from 3 times to 4 - 6 times after the reaction with
Peroxidase-conjugated Antibody Solution.)
- High coefficient of variation (CV)
Possible explanation :
1) Improper or inadequate washing.
2) Improper mixing of standard or samples.
3) Pipetting at irregular intervals.
- Q-1: Can I divide the plate to use it for the other testing?
A-1: Yes, cut off the clear seal on the plate with cutter along strip. Put the residual plate,
which is still the seal on, in a refrigerator soon
+ Q-2 : I found there contains liquid in 96 well-plate when I opened the box. What is it?
A-2 : When we manufacture 96 well-plate, we put protective solution in wells.
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15. Summary of Assay Procedure [ ]: Use as a check box

* First, read this instruction manual carefully and start your assay after confirmation of details.

[] Bring the well-plate and all reagents to 20°C - 25°C for 2 hours.

[[1 Wash Solution (10x) concentrate must be diluted to 10 times by deionized water (or distilled water) that returned to
20T - 25TC.

[] Adiponectin Standard dilution example : Mix the original standard solution by pipetting so as not to make bubbles, and
dilute using the (C) Buffer (of 20 - 25T).

Original solution

50 uL 200 pL 200 pL 200 pL 200 pL 200 pL 200 pL
Buffer Buffer Buffer Buffer Buffer Buffer Buffer
450 pL 200 uL 200 pL 200 pL 200 pL 200 uL 200 pL
Concentration
ng/mL 200 100 50 25 12.5 6.25 3.13
[ Antibody-coated Plate
[J | Washing 3 times (*@) *3)
[] Diluted Samples / Standards 50ul
[] | Shaking (*@), Incubation for 2 hours at 20C - 25T. (Standing (*®))
] Dilute (D) Peroxidase-conjugated Antibody Solution to 1 : 100 by using (C) Buffer and use.
(Dilute reagents during the first reaction.)
[] | Washing 3 times (*(D) 6
[] Peroxidase-conjugated Antibody Solution 50ul
[] | Shaking (*@), Incubation for 90 minutes at 20C - 25C. (Standing (*®))
[1 | Washing 3 times (*@) *®
0 TMB Sol.utlon . . 50 4L
(After dispense, the color turns to blue depending on the concentration.)
[] | Shaking (*@), Incubation for 30 minutes at 20C - 25C. (Standing (*®))
= Stop Solgtlon . . 50 4L
(After dispense, the color turns to yellow depending on the concentration.)
[1 | Shaking (*@) (Immediately shake.)

Measurement of absorbance (450 nm, Ref 620 nm (*@)) immendiately.
(Ref. wave cancels the dirt in the back of plate.)

% (D After dispensing wash buffer to wells, lightly shake the plate on your palm for 10 seconds and remove the buffer.
Guideline of washing volume : 300 uL/well for an automatic washer and for a pipette if the washing buffer is added by
pipette. In case of washing by using 8 channel pipette, sometimes the back ground tends to be high. If so, change washing
frequency from 3 times to 4 - 6 times at the constant stroke after the reaction with Peroxidase-conjugated Antibody
Solution.

Standard of plate-washing pressure : 5 mL/min - 25 mL/min. (Adjust it depending on the nozzle's diameter.)

% (2) Guideline of shaking : 600 rpm - 1200 rpm for 3 times for 10 seconds.

% (3 Seal the plate during the reaction after shaking. Peel off the protective paper from the seal and stick the seal on the
plate. Do not reuse the plate seal used once.

* (@ 600 nm - 650 nm can be used as reference wavelength.

% (5 After removal of wash buffer, immediately dispense the next reagent.
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Worksheet Example

Strip 1&2 Strip 3&4 Strip 5&6 Strip 7&8 Strip 9&10 Strip 11&12
A 200 ng/mL Sample 1 Sample 9 Sample 17 Sample 25 Sample 33
B 100 ng/mL Sample 2 Sample 10 Sample 18 Sample 26 Sample 34
C 50 ng/mL Sample 3 Sample 11 Sample 19 Sample 27 Sample 35
D 25 ng/mL Sample 4 Sample 12 Sample 20 Sample 28 Sample 36
E 125 ng/mL Sample 5 Sample 13 Sample 21 Sample 29 Sample 37
F 6.25 ng/mL Sample 6 Sample 14 Sample 22 Sample 30 Sample 38
G 3.13 ng/mL Sample 7 Sample 15 Sample 23 Sample 31 Sample 39
H 0 (Blank) Sample 8 Sample 16 Sample 24 Sample 32 Sample 40

Assay Worksheet

16. Storage and Expiration
The complete kit is stored at 2C - 10C (Do not freeze). Opened reagents should be used as soon as possible to avoid loss in
optimal assay performance caused by storage environment.

LBIS™ Mouse/Rat High Molecular Weight Adiponectin ELISA Kit

[Storage] Store the kit at 2C - 10C (Do not freeze).
[Expiration date] Indicated on the label.

[Package] For 96 tests

[Cat #] 297-90701

FUJIFILM Wako Pure Chemical Corporation

1-2, Doshomachi 3-Chome, Chuo-Ku, Osaka 540-8605, Japan
Telephone : +81-6-6203-3741

Facsimile : +81-6-6201-5964

http:/ffwk.fujifilm.co.jp

FUJIFILM Wako Chemicals U.S.A. Corporation  FUJIFILM Wako Chemicals Europe GmbH
1600 Bellwood Road Fuggerstrasse 12

Richmond, VA 23237 D-41468 Neuss

US.A Germany

Telephone : +1-804-271-7677 Telephone : +49-2131-311-0
Facsimile : + 1-804-271-7791 Facsimile +49-2131-311100
http://www.wakousa.com http://www.wako-chemicals.de
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ARIHARRARETY, FHZHAE L TERATZZEA,

23— I No. 297-90701 (96EIFA)
VEZR™ IR/ 5y PFERFTT1RRXIFVELISA%y b

L.4vbva¥yrav

T TFARARZF VRG2S EI NSS4 A A4 »F7% b5 adipocytokine (adipokine) DO & D THRIIH & 4 ~ X
D VSRR L . BUBIRE, U7 7o — A (DU . PURIEVE 2 R T HELWE T, BT T A KA F v
FHEAPEAL T3 ER 6 BAKHL2VIF 12~ 18 BAEZBKR LTV ET, 3wk (LMW) &35 —7 VHHificdH 2 =il
ANy 7 ZOILAREMEAMER EERIR Clq FA AL Y IZH HBUKEZHAEAI L o TSN E ¥, 3R/AEDVET - T6 #iE
(MMW) %ot RELBEAK HMW) 2BIELET. 774 BA 7 F 138 8T 2N ERT & K2 BN THRA L,
VRl 2 o & CHIBRO R & MEH A, MO BRI EEY KIFTE3hTnE T,

it HMW OWEMIE b =5 V7 74 K47 F > 50 b BMI R, RERDOFE, 7va—2 - bLI YR, B >
2 V&M A 5 R v ZIEGERER 2 BB R 2 X D ARSI T 5 & SNTwE T, fo THMW OMMEIZ h—=F VT 7«1
KA F2WET S LD AR v ZREBERER DM2 OFFTIC X DRICESZ e MfF I d, Btk [vY 2/ 7y b
SDFTTFA XA F Y ELISA v b @3ESFT7 T4 R R 2 F 2 (HMW) ORZHEL T3 A<= X0 S iiEH
BT SV,

AKXy MY A/ Ty NESTTTTARL I F U 2BBNICHET 5720092 FA4 v FBERGENEETT. A%y MZ
WIZED AT THH T S o

QD E

c ORI 4 BT,

TR Ty MGG 2R, B RER oSS T T TARA I F U RBIELE T,
- PR R BARCHIE W HE T,

1y ME 9% T NVTY,

RSy AHRTTY,

- ETOREIZHER S A 7 TY,

2. P e

ARF oy MIEAES, HRRAEZT 74 B2 7 F VPUREME~S 787V — 2 VT v F2X—= ML ET, 2HHO
A rFax—ya b iFt, VI FTF—ERAIRT T4 KA F PR, 05 A v Fax— L ET, HED
Ve, 7 2 VIl 72 HRP (N F F ¥ ¥ —+¥) & TMBERE G S FE T, MNEBEOBEROBMTEIL S . UG
DOFERA U2 BB OPEW DS 450nm (El K 620nm) CTHAENEINFE T, WOLEEEST7 74 KA 7 F VIBEIIZIZRAIL
T3 RIS L COEEE 7oy b U2 R L. Z OFEMERAR D & RANBIR R OB E e s E 3,

3. ¥ v bOTERE
- {2 #i PR
3.13ng/mL ~ 200ng/mL O #PHTHETE 9,
- JRELE
Z @ ELISA R TR 2HFOIURICL VT A/ Ty VEGTTTARLZ F 7 2R L 9,
B 2 AF Y P CE L22R R IZRED LB Y TY,

k% R TRk% R
Mouse Adiponectin (HMW) 100% Rat Adiponectin (HMW) 100%
Mouse Adiponectin (Hexamer) < 5% M, 1000ng/mL IEER O 7 — % TY,

1000ng/mL RN TR ZEMEDHZ D SN 2> 72 H @ Mouse Adiponectin (Trimer), Mouse Adiponectin (Monomer),
Mouse MCH, Mouse TNF-a, Mouse INF-y, Mouse Insulin, Mouse Leptin, Rat Adiponectin (Monomer), Rat TNF-q,
Rat INF-y, Rat Insulin, Rat Leptin

- REEEER (7 A WAE) G HEE, 2 MK) 35 C.V. il 10% A
- AR (7 v e A WAE) QEME. 3K 4 HBE) P9 CVEIZ 10% A
- URINTEGERER
2 MEMARICR 2 SIEOE ST T T A RA T F 2B UNAE L22#E R B 944% 205 105%
- AREHRE

2 ML R % A | A PR R T 3 BRI LI e L7521, IR @ R? 13 0.999
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4. ZE il

i E i I Al % WAEM (ng/mL) fiti %
Mean SD
BALB/c (mouse) 6w d 10 2369 743 RN R
ICR (mouse) 6w & 10 2119 802 Mg, AW AT
CD (rat) 8w J 9 3220 670 M. ARG

FE M RIMAAE, MARERMFCIDIEMILH L ITOT, ZOWEMIHEZE LTBHNT S,

5. THHNNC CHERTH X 720l ko e ¥ b R OTEE T

- ELISA BB BBEIC X 0 B2 20 3, WEsE, SEsioRil 200~ 25C (EHAEF2E, v Fax—%
WIREE) ZRSFLCTF RV, 72, A (m7a>o|d &) @ 04m/sec Yk, B 30% Al D BB T TOME 38T T
TEV, 2T, WEERMEZEGE : 04m/sec Db, JRFE 30% AR OB T CTEIMGT 25101, KA T v 7T OiE UG
i, 7L—=bY— V2352 82MA. TR &) BEEZ THET v,

Bl) £V F2_R=F N, FEEAF T — VEFENCTHE RS S 5%, MEEORBEEMICL VNRFENRZLLE50H

FTOT, FHlIEBHVWEDLET I,

CHBATy T TOFERKICKICIE, 7o Vo, BYoORA. TEORY . SEREOERBEEHIET LS, 2T T L -y —
NVERES T E W,

IR LRI PR ESL VI I ICRKEDITTCTE WV, 172V 1 Fy TOTHHE2BED LT,

- TMB #1396 7 = V7 L — M 5 £ TIEHWHGEIN T, B2BI THRELTT SV,

C BOSEIREIEEAT % F CldEfR T,

- R¥F v MIELISA 0526 T L), 2B EEO T TIHA T IV, ATFEHRETNETABICIERYy T4 v 7
B O FIRMED L E L2 T SR T S v,

- MEARAR ONICARF v MEREIE TS, IREE. PEEMARE FIZOTTF & v,

CHRIEEE RN VT T v, Ay boRIED ST By L BOL SIS LA IRE B ISKEKRTHESS
IRV T HEOREE 2TV, LDELSEAFIEMOT L TEZITTF S,

cARF Y FEMH L TCO AT TIIAERE 2 L 2T TS0,

- RABEHRIOTERY T4 V7 LABRVWTF &0,

-y FEFOE)RE L BRETHDLRVT T E W,

CRRITRGDOERELRH L2 DO L LTRMERL T > TTF SV RE v MIBWH RO G % EA TV E T,
fEHBEAOBAR, L 22HEEREIZ 1% RmV<Y v, 2% ZVF— VT VT FE721301% ML EoRBEREBEF M) v A
WA TR BRI TS F234— M7 L— 7R L TEERE L TF S A L2k A o3 mHIE
FTIE B2 O HLE I NS K HUIB O 425> TR L TTF S,

6. Kkt
W W w 5

WA Ao eoned Plate et AL Obwells (8x12) 1 Ht
B Adibonectin Sandard BRI 200uL /1K
(C) %B;g‘j% 20 % % 60mL 14
(D) Peroxidase-conjugated Antibody Solution <14

D N R 100wt~ 1A
(F) %g %‘{;{;“"“ 20% T 12mL 1%
(H) 5;;5 éﬁ};n 20% 3 12mL 14
(D) V{;zﬁ};‘a‘g‘ﬁ (10>) TR 100mL /1%
Plate Seal
AT ey - 3
(R85 G5 b & BAE 7]

(A) PiFrEHIET L — T
KA HEIREZ R 2IRETY =V E2HR L TR JUREHIEA MYy FIRFERO Y Yy 72 —noty 2 1ZRE L,
Z0FEF 2C~10CTHRELTTFE W,

(B) 754 Fx 7 F /EEHE 5 (2000ng/mL)
Fo MESELTHERT2BIMAT 2 ERNCEEE L DI I UAFFHR L, R0 OFEIERRICR S 2w TELHICEH
Lo EMD, 2C~10CTHRELTTF S, SR LAKEEARIIEDICHEHN L, BFEXLEVTTF S W,
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(C) Wik R (F) TMB ik
— BB FHTL2BELERI VDL LZO0REZHOEIIIEL, RO IFERIESILVTELIZEZ Lo o,
2C~ 10CTHRIELTF &\,

(D) NVt F ¥ ¥ — BREDUIRER
X b2 E LU THRTABIIAPRRFICHEE L DI LARFRL, R OFBEITERIR SRV TELIZELY Lo
2D EHD, 2C~10CTHREL T S KR OFBFEABITEERE L TF S v,

(H) RIe#EIkig
R 2R T 2581, B2 Lonh) LMD, 2C~ 10CTHREL TTF E v,

(1) Pk (10x)
e (10x) 2BAE3 53AE. FE2 Lonh D, 2C~ 10CTHRAFEL TF S\, MAIFR ) OFAFUA AL 35
FELTFEW,

7.%y FPUSHCREERR [Fzvy 7Y A

(3K GERAK) DEEEEGFIIREE DOEEaRHEY I 288 (XA ) v F— - = — k) [OF v 7xce
YRy b (FENETF Y 7 Toul ~10ul ZFFEICER Yy T4 Y7 TEDL D, FO50ul ~500 ul % IEMEIZERY 7 1
YITELL®) [EEESEY Ry b (6] Eppendorf @ multipette plus). 50 uL %k ETE 55D [JX—3—F F )L
HEOWMAKEDD 2 DO (FRFHEICT L — MR- 722 Y B <) O#HERE (Vortex ¥4 7) O~xAz7urL—MrE %
(#y 600rpm ~ 1200rpm) [196 7 = V7 L— PSR (HIUdirE Lvy) F3se sy % 7o v 7L — M) —4%— (450nm *
10nm. 620nm : 600nm ~ 650nm) [F—%FHEHY 7 727

8. BRI

AKFy NIy ATy Mg 723 0EE, BEEFPORSFT TARL T F U RWEL LT

S BARIZE IS L7225 THRIL 3 CIZE T B 4 —35CLUT THEEHRAF L TF S o S L 7B lE 3 % B ol
LA L TF S vo #0 K L OBEEEE ILET TF S v IELWHRPHONZWERIZZD 7,

S PRILOKE, b PRI 2 S % 2 OEET TF S MG 75 #EH 2 8t ER AR 35 O @il 230 € R ez 5.2 5
REMEAZEZ N T,

- I L 7o MR S IR E AR IS R E O TR & 22 ) T O THETTF S
MUY DE (RIRE - WIS 230509 2 BRI TORE (FLY) - B2 EREME LMK & & 21

BB Y ETOTURICHEHNLETFE WV, A%y FOBA. B 80mg/dL L L TRENBNE T,

<) R OARNED D & % BARIE D BESE TREZRIE IV T S v

- WiEWHORE;HED LB, W—BAERICBWT, 82 2K, ¥ U LEORRE CAPREMEZ R L TF S v,

AR ERRT 2561 H o2 LoRERE (PP, PE. 77 A8) G4 HWTRER THRLMEY = VIZHEL TR S W,
IEHEBAROARE L 50 5 (~ 2585 T,

A iR 50 & (25 %)
Btk (ul) 10 (10)
R (ul) 490 (240)

[(BrRfk D2 e M & PRAF T ]
Wtk e RICRE T 551, —35CU T TORMBREZHMERL 9. BV ELOURRMAIIET TS v, T2, RKoF
BUTHEFRR E LTF 3w,

9. FED TR

*F v FORFEIZMHEICLTER (20C~25C) IWRLTFEWw QKHMIHEZTY),

¥6. T [ZOXIMH] LH2RFEEIRMMRZTOEIOREBTHHTE I, [HRRMEH] LH2HDIZOVTIRTROE
HTHELTF SV,

* B LE LG T HEZHBL TT I (TAPRBEIZEBHWEDET I W),

[ & M7=k 3]

[((B) 774 &% 7 F B (2000ng/mL) ] 5 B iEmR

(B) 774 K427 F B (2000ng/mL) (5iE) & (C) Ml fli o TEREFEHZHE L TT S v,
TRUE—HITY .
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B O i (C) AL ¥ (ng/mL)

e B 50 uL 450 uL 200

200ng/mL ¥ 200 u L 200 uL 100
100ng/mL i 200 u L 200 uL 50
50ng/mL ¥ 200 uL 200 uL 25

25ng/mL ¥ 200 uL 200 uL 125

125ng/mL ¥ 200 u L 200 uL 6.25

6.25ng/mL ¥ 200 uL 200 uL 3.13
0 (Blank) 200 uLL 0

[(D) Nt ¥ ¥ ¥ — BRA T ER]

100 uL ZRS55MTE L mae TR L TV F 97, B E (C) AT 100 f5I2HML THF S v,
(D) P (10x)]

P (10x) 2SR b S NzREK GEFK) TS HEMLTTF S v,

B 1 100mL OPEFEHE (10x) + 900mL OFFHEAK (FEAK) (96 7 = VE&TEMHT 5545

10. Jsa A

PEEHRIEZ 180 BRTCRICIET A REZWM L o THELTF v,

(A) FUAFRHL 7L — b DY —id, 7L — s PRI RIRIZES TR SHPLTTF E v,

(1) FL— MR ZIET, DO LORABL-EEEE &Y o VI L, 3HEE (xQ) LET, 20H, R—5—%
FNGEDETTL—bEHESICL, BLPEDTFLLHICLTY 2 MR- HEZID BRE 3,

(2) BAARSE 7 = VISR TRV L 72 Mefk % 50 uL oML 9,

(3) Fie SIE 7 VIS KR ORI A 50 uL oL 9,

4) x4 7u7VL— M MrEIGREEZHOTELE (x@) LTI,

(5) FL—by—zAEY, EiH (20C~25C) T2H:MERE (@) LI,

(6) BB T 8, TUSHL & 35 TIBZ &7 = M7z L 3 Mgk (x@) LET. TOHRANR—I—FF VAR EDLETT L —
F2FBEEIZL, BLIPEDFBEIICLTY o VI 22 B & 3,

(7) &7 22 (D) N~V F ¥ F—EREEPRER % S0u L 3§20 LE T, ¥4 2707 b— MiE 85k &2 T (x©)
LEd,

(&) FL—1bFy—%EEY, KE (20C~25C) TI0MiE (@) LET,

(9) RGBTt RIS EIE TR E K Y 2 VICHi7z L 3EEE (x@) LET. Z2OH R=N—=FF VLD LETT L —
F2WXIZL, BLAMPEDTLI9CL T VICES - EIRDRE T3,

(10) %7 =iz (F) TMBEH % 50 ul $¥2ELE 3. A 270 7L — MREEI L EZHOTHEE (@) LId.

(11) 7L —br =V Z&HD, =i (20C~25TC) T30 7MEE (x@) LEd,

(12) &z Wiz (H) stk 50 ul $o0E L. BaUsz @ikl 7,

(13) #|¥E (%@) #B. WHIC~Y A 707 L— MEGERERT 450nm (BII%E 620nm) TOWREEZHEL 9, BIEER
600nm ~ 650nm OHFPHCHHTE 3,

(@), (%x@), (@) IBWEFMMELF v 71) A e TEHTF S v,

11. #H5

(1) g AR MR 2 e U F 37 M8 i L X A2 AR g (ng/mL). Y B2 WOt o 75 7 2 VR
LTT 3wy,

(2) B X 0 . MAADOUSEEE WIS T A (ng/mL) ZHAMY T3, G- R EICHRAGINEZ R CHEME L
9,

AR D WL BE ASEEHE ARG X D 23813 (C) SREEIC ClUERICTH R LHEIEZE/ L TF S v,

S — IR ORI OGN ORI (C) FBERIC TR RICGHE LEENET A L2 BHEOB L7,

AP TIZ, 3REERFTZIZ4FT2E5 59 A= —DfiHZBEDH LTI,

*ARKF Y MIBIFAMERBRE, ERBRZLTHHOT T ALRICZT Y b—=F VT T4 BR 7 F VMEF Y P THEZNE

HHROMILIZTEE A,

Tor g 7RG T BRI, MEREICLX VL LET), 7L — b)Y —%—1% Safire2 (TECAN) % ffiff,
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fp
'_,5 1.00 P
= v d
F e
g ﬂ/
(=)
& 010
2
)
0
5
o
=
0.01
1 10 100
HMW Adiponectin  (ng/ml)

12. 9T a—F 4 v 7L QA

cFTRTHOY 2V TO BTG

FHERELTEZzbNBZ L

1) B R HR D ANLE N,

2) FIZBE Y 5 REB RO ANEN,

3) St B A SRIEIB T O Y & 2 R AR A KL,

4) FERHEHR] OFR Ao

5 Fv MEEFIREOEE G L7EES).

6) 7L — | O@F 4 ki,

7) TMB B O IREE DD > 726

- B/ MEHES IR (3.13ng/mL) D ODMEL Y 75 > 7 OD AL = b,
FHELTEZOLNAZ L

VR DAY, ANEETH -7

(AU F ¥ 37— BREY) & RSO PRI EL 3 1] % 6 Uik < 4 [~ 6 [IZH R LTTF &)
- EERE (CV) PRk EW

FHERELTEZObNBZ L

D) WY, RNEeTH-o 72,

2) BHEG LRI, T 72 3RO BIESATES TH 72 (BHEHRAROBIFIZITEH AT TFE W),
3) ¥Ry T4 ¥ TBEN—ETIE R o7,

QL Fy MASHLCTHEHTAIENTEETTH?

Al:TEFET, 7L—DMIEON/ZZBWT -V EAN) vy TOMICES>TH Yy ¥ =L ETUY VL CTMHEHT SV, L

HTWTL—ME Y=V E /o IR CH IS LT E v,
cQ2: L= RO L7257 2 VOFIZHARDS Ao TWE L72AMT T ?
A2 0 AR RSl I L TH Y £3.

13. W P EE F = v 7Y 2 b

Vo3RRS A E % — U CRIRSEtE. gttt e 2 gl e E2 17> TF S v,

Oz V7L — b, BRI ALICER (200~ 25C) IR LTTF S, FRALICIE 2 BiM 2

CI(T) e (10x) oA« FKEAL SN AERK T, 10IFCHRLTTF S v,

(e O (F) @ EEEEZAV.TEVWE I EXRy F 4 y 7 THEIEL, S bsh7: (C) BFE T, FHRLTF X,
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REBRRR

50 L 200 pL 200 pL 200 pL 200 pL 200 L
EER EEm BER fE{E EER EELE
450 pl 200 ul 200 pL 200 pL 200 ul 200 pl
EaEE
ngml 200 100 50 25 125 6.25

B BT TSR ON IS B

0
0
(]
(]
0
(]
(]
L]
U
0
L]
0
(]

O

PUKREIMME T L — b

LU 3 (PR R AR, B ISRORIETE)

AP & 72 3R

VB =i (20C~ 25T), 2 Rl RUL, fiE

(D) X F F ¥ & —BREGHRERO RGN Fift Sh7z (C) M T 100 F5ZHML TF S v
A OB — SUSHIAT ) o

VO 3 I (BRI ER LR, B ISRORIETE)

NV F F VI — B E PR

VB =i (20T~ 25TC), 90 M BUS. HE

VRS 3  (BEEHERRE R, B HIC (F) TMB E#3E)

TMB # it TMB 3 HEEhTW 5 2 L 2R
DER. WREEICE ) HEICES

VB =i (20T~ 25C), 30 M BUS, HE

BB 13 SRIETEICD X MUk E

DER. RIS ) EiE AR

VR (EB 28

5 ICWSEEERE (3R 450nm. ElP%E 620nm : 600nm ~ 650nm)
RIERIE TV — PEAOHNEZFy Y2V L ET

200 plL

HETER
200 uL

3.13

* (D
50ul
*x2%®

* (D
50ul
*2%®
*(D

50uLl
*(2)% Q)
50uLl

*(2)

(@) T 7 2 VIZHTER FOOLOLETIOMIIER IR BEIREL £33 BEHIEEHEK, X— =+ N EiZ7 L —
WS IZ LTI SR 2 CEICBRE L T RIFHREROUZBIER L TROBHEZ B HIZEL ¥ TR
ZYENXRy NTHRMT HBOMEH 23 300ul /7 2V T Ji—. f/MREFRERE (313ng/mL) ® ODfEL h 7
57 ODMEDFE L BB ERMIFFTEDO 1 DL LT, At 3 57— EBHiGW L ROutk ok mE 3 % [ Ui d <
4T~ 6 MR LTF &V, 7L — MREIHEHOBEG O HZE 5mL /55~ 25mL /45 (/ ZVOEIZ X ) 5~

H0ET) TY, F—FLBROREOBEDOAR Y 2 IVO T > ¥ ITHEFELTTF E W,

(%®@) ##ED HZZ 600rpm ~ 1200rpm-10 £, 3 [al,
(%Q) BIETHTL = =AM EHELTF SV,
TL— b= VIREREZHAP LT, MEEZ 7L — MUCL T TTIS v, —EfAL-7L— Y —VIEH

EHLZWTTF S v,
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J—27 33—~ (#))

Strip 1&2 Strip 3&4 Strip 5&6 Strip 7&8 Strip 9&10 Strip 11&12
A 200ng/mL Bk 1 BRAk 9 Bk 17 BrAk 25 Brefk 33
B 100ng/mL Befk 2 BRAR 10 Bk 18 Btk 26 BRAk 34
C 50ng/mL BRAk 3 Bk 11 Befk 19 wtk 27 Btk 35
D 25ng/mL BAk 4 Btk 12 Btk 20 Btk 28 Brefk 36
E 125ng/mL WAk 5 Btk 13 Btk 21 Btk 29 Brefk 37
F 6.25ng/mL WAk 6 Btk 14 etk 22 Hefk 30 etk 38
G 3.13ng/mL BRAk 7 Btk 15 Btk 23 Hefk 31 Btk 39
H 0 (Blank) Bfk 8 Bk 16 Btk 24 Hefk 32 Bk 40

14. ¥ v b OH4F & IR
Fv MI2C~1W0CTHRAEL TF 3V (BEAREEE) o MEAMIBROME-RIEIIFH L 2T TS v, B LEREIIOEFL
TiE, RERRBICK D EEZZT 2 WTREYNH ) FTOTROOTHH 2R L 7
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[0 5E 441

G

tlill==2) [z H]

[y FE5] [ AR ]

(%]

[#54] Lexa™M<w 2 /5y NESTTTFAKRZF 2 ELISA v b
[Fiota—F] 29790701

[FERE L] LBIS™ Mouse/Rat High Molecular Weight Adiponectin ELISA Kit
(IFRES) 2 ~ 10C 1%

[ B ) 5 AROVIC LT

[fu2] 96 [al H

WERFT
ST 7MVLA M HEERA ST
ARTARREEN=TE1E25
Tel : 06-6203-3741
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