FUJFILM LBIS

For Research Use Only. Not for use in diagnostic procedures. Jul.1.2023. Ver.JE2

[LBIS Mouse/Rat HMW Adiponectin ELISA Kit]

Cat # 634-13071
Please, read this instruction carefully before use.

This kit is manufactured by FUJIFILM Wako Pure Chemical Corporation. Use only the current version of Instruction Manual
enclosed with the kit!

1. Intended use
LBIS Mouse/Rat HMW 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. Storage and expiration

When the complete kit is stored at 2 °C - 8 °C (Do not freeze), the kit is stable until the expiration date shown
on the label on the container. Opened reagents should be used as soon as possibl void loss in optimal
assay performance caused by storage environment.

3. Introduction Q

Adiponectin is one of cytokines secreted from adipocyte adlpocytokl ines), and controls lipid
metabolism and insulin sensitivity. Adiponectin is an import nce showing anti-diabetic,
anti-atherosclerotic, and anti-inflammatory actions. In blood, adlpone%\omer molecules are associated
to form trimer, hexamer or 12-18-mers. The monomer form of a is found only in adipocytes, and
homomultimer, i.e. trimer, hexamer and 12-18-mers formed fr nectin monomer are found in plasma.
Trimer (low molecular weight complexes/LMW) is forme @tlon of non-covalent bonds of triple helix
area and by hydrophobic interaction between globular Cq®h d and hexamer (middle molecular weight
complexes/MMW) or larger complexes (higher mole ight/HMW) are formed through disulfide bonds
between cysteines at 39 of LMW-complexes.

Adiponectin is believed to influence on cell grc;@giogenesis, and tissue remodeling by isolating various

growth factors through binding with distinet a . Bhe affinity is dependent upon the type of complexes,
LMW, MMW and HMW.

The blood levels of HMW were reporte t BMI, sex, effect of body weight decrease, glucose
tolerance, liver insulin sensitivity, meta drome or DM2 more than total adiponectin levels. This means
that assay for HMW is expected to orguseful for analysis of metabolic syndrome and DM2. FUJIFILM
Wako Pure Chemical Corporati BIS$Motise/Rat HMW Adiponectin ELISA Kit is specific to HMW.

4. Assay principle
In FUJIFILM Wako Pure% Corporation’s LBIS Mouse/Rat HMW adiponectin ELISA Kit, standards or
diluted samples are incub in monoclonal anti-adiponectin antibody-coated wells to capture HMW

adiponectin. A incubation and washing, HRP(horse radish peroxidase)-labeled anti-adiponectin
antibody is ed,gand ipcubated for 90 minutes. After washing, HRP-complex remaining in wells is reacted
with a chromo for 30 minutes, and reaction is stopped by addition of acidic solution, and absorbance

of yellow productlig”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.

5. Precautions

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

eWear gloves and laboratory coats when handling assay materials.

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

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

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

eBe 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 substrate
solution may cause skin/eyes irritation. In case of contact with these wash skin/eyes thoroughly with water
and seek medical attention, when necessary.

eAvoid contact with the acidic stop solution and chromogen(TMB) containing hydrogen peroxide and
tetramethylbenzidine. Wear gloves and eye and clothing protection when handling these reagents.
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e The materials must not be pipetted by mouth.

eResidual 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.

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

eUse clean laboratory glassware.

eln 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.

oELISA can be easily affected by your laboratory environment. Room temperature should be at 20 °C -25 °C
strictly. Avoid airstream velocity over 0.4 m/sec. (including wind from air conditioner), and humidity less than
30 %.

6. Reagents supplied

Components State Amount

(A) Antibody coated 96 well-plate Use after washing 96 wells/1 plate

(B) Standard Adiponectin (2000 ng/mL)

. Concentrated. Use after dilutio 200 pL/1 vial
(derived from mouse)

C) Buffer solution Ready for use. 60 mL/1 bottle

D) HRP-labeled anti-adiponectin antibody 100 pL/1 vial

(
(
(F) Chromogen (TMB)
(
(

) 12 mL/1 bottle
H) Stop solution Be careful! 12 mL/1 bottle
| ) Wash stock solution (10x) 100 mL/1 bottle
Plate seal 3 sheets
Instruction Manual 1 copy

7. Equipments or supplies required but not supplied se as a check box

[I1Deionized water (or Distilled water). [1Jest @ or preparation of standard solution series.

[IGlassware for dilution of Wash stock§soldiions (10%)(a graduated cylinder, a bottle). [Pipettes

(disposable tip type). One should be ab iver 5 uL -10 uL precisely, and another for 50 pL - 500 pL.

LISyringe-type repeating dispenser li ndorf multipette plus which can dispense 50 yL. [Paper

towel to remove washing buffer r in wells. [JA vortex-type mixer. [1A shaker for 96 well-plate
sh

(600 rpm -1200 rpm). [JAn autogatic for 96 well-plate (if available), or a wash bottle with a jet nozzle
1A 96 well-plate reader (450 9 nm, 620 nm: 600 nm - 650 nm) [Software for data analysis.

8. Preparation of reagen

@ Bring all reagents gf t 0 room temperature (20 °C - 25°C) before use.
@ Prepare reage tions in appropriate volume for your assay. Do not store the diluted reagents.
[Concentr gents]

dipghectin (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 solution Concentration (ng/mL)

Original solution : 50 pL 450 uL 200

200 ng/mL solution : 200 pL 200 pL 100
100 ng/mL solution ;: 200 uL 200 pL 50
50 ng/mL solution : 200 uL 200 pL 25

25 ng/mL solution : 200 L 200 uL 12.5

12.5 ng/mL solution : 200 pL 200 pL 6.25

6.25 ng/mL solution : 200 pL 200 pL 3.13
0 (Blank) 200 pL 0

[(D) HRP-labeled anti-adiponectin antibody]
Prepare working solution by dilution of (D) with the (C) Buffer solution to 1:100.
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[(I) Wash stock solution (10x)]
Dilute 1 volume of the concentrated Wash stock solution (10x) to 10 volume with deionized water (or
distilled water) to prepare working solution. Example: 100 mL of concentrated washing buffer (10x) and
900 mL of deionized water (or distilled water).

[ Storage and stability]

[(A) Antibody coated well-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 2°C - 8 °C. The strip will be stable until expiration date.

[(B) Standard Adiponectin (2000 ng/mL)]
Standard solutions prepared above should be used as soon as possible, and should not be stored.

[(C) Buffer solution] & [ (F) Chromogen(TMB)]
If not opened, store at 2°C - 8 °C. It maintains stability until expiration date. Once opened, we recommend
using them as soon as possible to avoid influence by environmental condition.

[(D) HRP-labeled anti-adiponectin antibody]
Unused working solution (already diluted) should be disposed.

[(H) Stop solution]
Close the stopper tightly and store at 2°C - 8 °C. It maintains stability‘until tio date.

[(I) Wash stock solution (10x)]
The rest of undiluted buffer: if stored tightly closed at 2°C - 8 °C, it t%until expiration date.
Dispose any unused diluted buffer. 6

eThe reagents are prepared to give accurate results on ed in combination within the same box.
Therefore, do not combine the reagents from kits with differentlot numbers. Even if the lot number is the
same, it is best not to mix the reagents with those th been preserved for some period.

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

eOptimally, the reagent solutions of the kix elsed immediately after reconstitution. Otherwise, store

them in a dark place at 2 °C - 8 °C.
ﬁ' nt to the first well.

e Time the reaction from the pipetting o

ePrepare a standard curve for each as

eDilution of the assay sample m 2d out using the buffer solution provided in the kit.

eThe chromogen(TMB) shoul t clear pale yellow before use. It turns blue during reaction, and
stop solution. Greenish color means incomplete mixing.

d antibody, do not let the plate go dry.

9. Technical tips
eIn manual operation, proficiency in pipetting technique is ri@ d.

gives yellowish color after
oTo avoid denaturation of

eAs the antibody-coated pl module type of 8 wells x 12 strips, each strip can be separated by cutting
the cover sheebwi ife and used independently.

e\When ELISAshas to beldone under the airstream velocity over 0.4 m/sec. and the humidity less than 30 %,
seal the we e with a plate seal and place the well plate in an incubator or a styrofoam box in each step

of incubation.

10. 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 pL.

Samples should be immediately assayed or stored below —35 °C 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 buffer solution (C) using small test tube such
as PP, PE or glass, before assay. You can choose dilution rate 25-50x if necessary.

Example of dilution: Rate 50x% (25x%)
Sample (uL) 10 (10)
Buffer solution (L) 490 (240)
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Storage and stability
Adiponectin in samples will be inactivated if stored at 2 °C - 8 °C. If you have to store assay samples for a
longer period, snap-freeze samples and keep them below —35 °C. Avoid repeated freezing and thawing.

11. Assay procedure
Remove the cover sheet of the 96 well-plate after bringing up to room temperature.

(1) Wash the anti-adiponectin coated plate (A) by filling the well with washing buffer and discard 3 times
(*@), 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 20 °C - 25 °C.

6) Discard the reaction mixture and rinse wells as step (1).

7) Pipette 50 pL of HRP-conjugated anti-adiponectin antibody solution to all wells, and shake as step (4).
) Stick a plate seal (*@) on the plate and incubate the plate for 90 minutes at 2 5 °C.

) Discard the reaction mixture and rinse wells as step (1).

) Pipette 50 pL of chromogen(TMB) to wells, and shake as step (4).

) Stick a plate seal (*@) on the plate and incubate the plate for 30 mifiute C-25°C.
) SN

)

(
(
(
(
(
1
1
12) Add 50 L of the stop solution to all wells and shake as step (4). :‘

1

8
9
(10
(11
(12
(16

Measure the absorbance of each well at 450 nm (reference wavgle , 820 nm*) immediately using a

plate reader .
*Refer to the page 6 for notes of *@, *@ and *@.

12. Calculations

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

two-way logarithmic section paper by plo

absorbance* (Y-axis) against HMW adiponectin M
concentration (ng/mL) on X-axis. Physio% or | .,1.00 g

pathological situation of animals sho udged E ’(
comprehensively taking other examinatN into % /

consideration. = L

(2) Using the standard curve, read the diponectin »SO 10 bl

concentration of a sample at i somance*, and |&

multiply the assay value by di factor If the sample f’;

has been diluted. Though_the, assay range is wide |7

enough, in case the abgorbe of some samples is =

higher than that of thg hig standard, please repeat 0.01

the assay after tion of samples with the buffer 1 10 100 1000
solution. * commend the use of 3rd order HMW Adiponectin _(ng/ml)
regression c -log plot, or 4 or 5 parameters HMW adiponectin assay standard curve (an example)
method for log- | plot in computer calculation. Absorbance may change due to assay environment.

(3) Assay results from this product and results from
other commercially available mouse/rat (total) adiponectin ELISA kits cannot be compared because of the
difference of the assay systems.

13. Performance characteristics
e Assay range
The assay range of the kit is 3.13 ng/mL - 200 ng/mL.

e 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
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ePrecision of assay

Within assay variation (2 samples, 5 replicates assay), Mean CV was within 10 %.
eReproducibility

Between assay variation (3 samples, 4 days, duplicate assay), Mean CV was within 10 %
eRecovery test

HMW Adiponectin was added in 3 concentrations to 2 serum samples and was assayed.

The recoveries were 94.4 % - 105 %
eDilution test

2 serum samples were serially diluted by 3 steps.

The dilution curves showed excellent linearity. (R?= 0.999)

14. Reference assay data

Results (ng/mL)
Mean SD

Strain Week | Gender | numbers Remarks

BALB/c 6w 3 10 2369 743

ICR 6w 3 10 2119 802 . Se@ll itum feeding
erum
eE

CD(aty | 8w | 4 9 3220 | 670 + ad libitum feeding

Serum
These data should be considered as guidance only. Ea &atory should establish its own normal
and pathological reference ranges for HMW Adipon ti@ INdependently.
15. Trouble shooting
el ow absorbance in all wells
Possible explanations:
1)The standard or samples might not be add
2)Reagents necessary for coloration su s -labeled anti-adiponectin antibody, or chromogen (TMB)
might not be added.
3)Wrong reagents related to colorati t
HRP-labeled anti-adiponectin antib
4)Contamination of enzyme inhibi
5)Influence of the temperat
6)Excessive hard washin
7)Addition of chromogen (
to low temperature.
eThe OD of bl i

hich the kits had been stored.
well plate.

an that of the lowest standard concentration (3.13 ng/mL)

with HRP-lab nti-adiponectin antibody.)
eHigh coefficient of variation (CV)
Possible explanation:
1)Improper or inadequate washing.
2)Improper mixing of standard or samples.
3)Pipetting at irregular intervals.
eQ-1: Can | 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
eQ-2: | found there contains liquid in 96 well-plate when | opened the box. What is it?
A-2: When we manufacture 96 well-plate, we put protective solution in wells.

ve been added. Wrong dilution of biotin-labeled antibody or

oon after taking out from a refrigerator might cause poor coloration owing

e washing. (Change washing repetition from 3 times to 4-6 times after the reaction
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Summary of assay procedure [ : Use as a check box

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

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

[IWash stock solution (10x) concentrate must be diluted to 10 times by deionized water (or distilled water
that returned to 20 °C - 25 °C.

[IStandard adiponectin solution dilution example: Mix the original standard solution by pipetting so as not to
make bubbles, and dilute using the buffer solution (of 20 °C - 25 °C).

Original solution
50 ul 200 L 200 pL 200 pL 200 L 200 uL 200 L

Buffer Buffer Buffer Buffer Buffer Buffer Buffer

450 L 200 L 200 pL 200 pL 200 L 2% 200 L
QO

Concentration
ngmL 200 100 50 25 12. 6.25 3.13
[ Antibody-coated 96 well-plate \
0 |Washing 3 times(*®@) *®
[ Diluted Samples / Standards 50 uL
[0 |Shaking(*®), Incubation for 2 hours at 20 °C - 25 °C." (Standing(*@))
0 HRP-labeled anti-adiponectin antibody ( lute to 100 times by using (C)
buffer solution and use. (Dilute reagentsW@uri e first reaction.)
[0 |Washing 3 times(*®@) *®
[ HRP-labeled anti-adiponectin an 50 L
[0 |Shaking(*®), Incubation fo
0 |Washing 3 times(*®@) *®
O Chromogen(TMB) @ _ _ 50 L
(After dispense, the col blue depending on the concentration.)
[0 |Shaking(*®), Ingubatieh for 30 minutes at 20 °C -25 °C. (Standing(*@®))
Stop sol
- (After di 5 or turns to yellow depending on the concentration.) Sk
] JShaking mediately shake.)
0 Measurement of absorbance (450 nm, Ref 620 nm(*®)) immendiately.
(Ref. wave cancels the dirt in the back of plate.)

*(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 pL/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 HRP-labeled anti-adiponectin antibody .

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

*®Guideline of shaking: 600 rpm -1200 rpm for 10 seconds x 3 times.

*@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.

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

*®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 12.5 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

.\O

2
2

N\
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Assay worksheet

LBIS Mouse/ H Adiponectin ELISA Kit

[Storage condition]  Store the kit at 2 °C - 8 °C (Do not freeze).
[Term of validity] Expiration date is indicated on the container.
[Cat #] 634-13071

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
https://www.fujifilm.com/ffwk/en
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B R @ R RE s =2
(A) %r}iﬁ’gl%’ 4%08236%916 ot S B R 96 wells(8x12),/1 1%
O i (o000 e 0o ngfmt) IR 200 uL/1 &
(q%g%wM”1 TOFEEEA 60 mL/1 A&
(D) HRP-labeled anti-adiponectin antibody JUg—

HRP #5775« AR F Atk ARG 100uL 71 A
(F) %g}gfﬁ\jg)ﬂm) TOFEEEA 12mL/1 &
(mgggﬂ%m gﬁ;%m! TOFEEEA 12mL/1 &
e omtra (10 IR 100 mL/1 %
Plate seal \
JL—hk2—)L 3
Instruction Manual P 1%
NN EEES a

6. MEDHAN %
* v NOREEIMEARICHTIER0 T25 CYTRLTS BRI EETY).
*5.C [ZDF FER) aaaéém(;ti,mm&%@asaw@ TEET. [FIEEA] E53E0

(CDWCTIETFEDEMECHREL TS ZEW
*HE (CHBRDTZITREERARH O TLZETLY (TAE PEVEDELZEEW),

€y gt 3
[(B) Standard Adiponectin (2000 nglmL)] R Em A

(B) Standard Adiponectin (2000 ng/mL) uffer solution Z{F > TREBRZRAR L TIIZE0N,
TEREFE—HITY,

)

BEBFROEE Buffer solution =E (ng/mL)

BERRE®R 50 uL 450 L 200

200 ng/mL &7 200 200 yL 100
100 ng/mL &R 2 200 pL 50
200 pL 25

200 pL 125

200 pL 6.25

ImL Y85 200 L 200 L 313
lank) 200 pL 0

[(D) HRP-labeled anti-adiponectin antibody ]

100 L ZFEDDENCE DEZ MU TULE T IEMERZ (C) Buffer solution T 100 f&ICHFRL TSIZEL N,
[( 1) Wash stock solution (10x)]

IETRIERR(10x)E BRIESNITHERVK (FREEK) T10BICHRLUTSZEN,

B 1 100 mL ODIEHEFEFE(10x)+ 900 mL DFFEIK (FEEK) (96 DL TC=ERY DS

(HRDOREN L RFHE]

(A) Antibody coated 96 well-plate
KEA (BEAREBZR > ITIREETS —)LZFIHN L TuLVRW) FEERBE X b w T ([FEIRD >y T2 —
WIWOICRUL, ZDFF 2 CT~8 CTHRIFLTLZSV.. BIHARNLZEHZHREF T,

(B) Standard Adiponectin (2000 ng/mL)
Fv hEDEIUCTERAT IRHMERITDERCHRBEXI DD E URIRARL. KADDRRIIERICE
SIRWTESBICEZ UMD ERSD. 2 CT~8 CTHRELTLLIZSV.. BRERAZEMZREFT,
BIMUEBRREBREIES (EAL. REFEQLRBVWTLTZEU,

(C) Buffer solution 5 T(F) Chromogen (TMB)
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—EPDBERZEEATIREVEBEXIDDUZHDEZFIDEEICEL, KD EFERICRSBAVWTESIC
EZUoM DD, 2 T~8 CTHRIEFEL TS ZEV, BMIRNEZEMZHREET,

(D) HRP-labeled anti-adiponectin antibody
Fv DB U TERT DEREHINEF(SHEELOMDEURIRARL . KO DFRRIEIERICER IR
TESICEZULO>MD LD, 2 T~8 CTHRIEFEL TSV, BMIRRNEZEMZREEFT . FAK
D OBINBEAHRISEREL TTZE0,

(H) Stop solution
ERKDZRFIDGEE. EZ2ULO>HMDEMAD. 2 CT~8 CTHRIFLTLZEV, BYMEARRANZEHE
ZREFT.

(1) Wash stock solution (10x)
=BT RR(10X)ZRIF I DIHEAE. EZUO>MND LMD, 2 T~8 CTHREFELTLS LS. BHHAR
NLEMZREF T, ERKDORBIRBEHTRERIEREL TIIZEL,

7 RFEDHAH

AFy NMIVDIR /5w MNEEZ(EMEE, 1BE DEROSRNF 7T « RRIFZHELET .
RIK(ITEEICUTEN D TERIRUL I ITRIE T DD —35 CUUTF THRIEREF LU CEE S, BiE UITIRIR
(FRAET DEFNCHRRUFD(THRHF U T ESV), #0RUDRERAR (8 TGS IIE L) IEULVERD

BSNLBVERRICEDET,

oIRMOKE. b NERMES 2R3 DEBITT < S0, ms%@%ﬂ TRAEISBIE R (B

8553 BARMNEZ SNET,

o BN U ARSI SRR BEORARR & 2D ET O TEIGE K0\,
xMBMDOFE (FIEHE - iBNF) ZHHT 3RICFREDDIEE (%@ BVMESEREBEREDRRE L/

B

ok

BIEADNSBDFITOTAUEICEALLBNTLSEETVN. FFY I\@ﬁ%& mg/dL L ETRHEDRNET
Lo

o8 D RURNBY DS DARK (& D DEEF CREBAECHY
I EMEDRZENFEN UL MRIK(E, B—RR(CH L > MU EDFBIRETHIREREZ
R L TLIESE),

|5 AR) FZANWTRERCTHRUVAIED )L
)T“g_o

RAERINT BB, &5h LHHERE (PP,
CHELTL a0, EEiSHRORIRER(E 50 &

TR s 50 £ (25 £5)

HREA(IL) (2:, (10)

EER(L) N (240)

REEDE TN AR ]

BRixEREIICRE T DHS(L,
ZEW\, Fz. BRIEDOHR

E.

(e

T COREREZHREUET, BDIRUOERERER ST T
LU TLIESELY,

8. AITEIRIFE
BERRIF 2 InsH SRIICR(C DRFBZHE O THBRLTIIZS0N,

HARERIE T L —JL(F. L — MEDICERICED THSHMNLTLZE0,

(1) TL—NRERZRT. BN UHFARLIEHEREZZDTILISEEZL. 3 BEEER(xOQ)LET. ©D
.- AWWREDLETTL— hEFES(CL, BLMNEDFBELSCLTIDILICE D IERZE
DRRE=E

(2) HREIED [CHEENR CHRIRUTIcI&AZ 50 L 9 D7FELEY,

(3) EEMAED TILICREEDEERRZ 50 L 9 DFLEY,

(4) XAoOTL—MRESBHRREZANWTERxQ)LET,

(5) TL—hr2—=ILZIED(xQ). ER(20 C~25 C)T2RHFELET,

(6) RISHET#H. RICRZIETREFRZEZDTIVICHEIZLU. 3 BFEF(xO)LET ., D&, R—/)(—=5F
IWRREDLETTL—hEHFEE(CL. BLMNEDIFBDRLSICLUTIOTILICE S TERZRDBREET .

(7) BIITIUIC HRP BN 775 « IRRIF2HEE 50 uL 'O ELET. Y70 L — MRES SRR
EZRAWTER(xQ)LET,

(8) TL—h—=ILZEMD(xB). ER(20 C~25 C)T N DHFFELET .

(9) RIIET#HR. RISEEB TESREZEITILICHEZLU 3EER(x Q) LET ., TDHE. R—/\—FA/L

REDETTL—hEFES(CL, BLMNEDFBRISICUTIIIVLICERSIERERDREET,

EBOTIVICREBRZ S0 UL S DELE I X170 L — MRESFRLBEZAVWTER(xQ)LET,

TL—bh2—=)LEED(x®). ER((20 C~25 C)T 30 DHEEFELE T,

BT IVICRIMELLE®R%Z 50 uL 9 DO95E L. RERIGZELEUET,

BE(x @)y, B5(CYroI0TL— NERHHNESTT 450 nm (Bl 620 nm) TORAEZAE L

Fx9, 8IEE(E 600 nm~650 nm OEFE CERTEEI,

(*D). (@) (*QNAEFIEEIE (14 R—2) ZIESRIIZEN,

(10
(11
(12
(13

~—~ ~— — ~—

11



LBIS Mouse/Rat HMW Adiponectin ELISA Kit

9.5t8

(NRES (CTIZERBREEIER UE T, Mz ERA U X SZEERREE (ng/mL). Y Bz IR E OEERIR
DS I=ER LU TLIESE0N,

(QZEHIR K D BRIARDIRNE (CHIET DEE (ng/mL)ZESSZHDET, FHiHEo CRE [CRARIREREE
CHEBEEUET,

* ARIADINSEEEDEAERFRIN Y E K DM TS (E(CBERICCEHER(GAR UBEEESEBL T IZEL\,

* — B s ORE RO IO SEER C CESERIGARUBEAE I 3 EZ2RBHRUET,

*BEEIBT(E, 3RZLIEREEE4FZE5/I\SA—F-—DFERAESBEHEUET.

* YR /T v NOBEKRFTR (IERRIEIRPAEDIRBERR /R EZLESHICHU TITOENIRETT,

* RF v MMIBIFTDRERRE. RICENMBRDMIRDOY IS Y b ~—=FILT7 5« RRZDOFBIE
Fv FNCEEAERROMIbETEEH A
TOOS I IZEREHITY (EE AERRBICIDEEHULET), L — U —4 — (3 Safire2(TECAN)Z{EH,

g 100 ’ﬂ/‘ Q
g ~
= vd
AT O
i 1
5 010
o

0.01

1 0 100
HMW Adiponcin' (ng/ml)
10.Fv bD1EsEE
o A EEGFH
3.13 ng/mL~200 ng/mL D&EH THRIELT o

o PRt
Z D ELISA R Cld 2 T@AEDHT
MEENBZATY b THE

DR/ Sy MEDFTT A IRRIF U ZFRN TR LE Y.
RKDEHSDTY,

REY 1R REM

Mouse Adiponec 100 % Rat Adiponectin (HMW) 100 %

Mouse Adiponegti <5% RZAEM(E. 1000 ng/mL BERFDT—45 T,
1000 ng/pL S XX AN RO SN D 2B D : Mouse Adiponectin (Trimer), Mouse Adiponectin

(Mon ouse MCH, Mouse TNF-a, Mouse INF-y, Mouse Insulin, Mouse Leptin, Rat Adiponectin
(Mon TNF-a, RatINF-y, RatInsulin, Rat Leptin
oFEEER ( 1NZE) (56 FAIE. 2184K) 19 C.VABE(E 10 %Ki

oBIRMEKER (
o S NNEINGHER

2 MVERRAKICRIRD 3IREDEDF 7T« IRROF 2 25NN UBITE UTTHER. [BUNER(E 94.4 %75 105 %
o FIREIRIE

2 BRI E ) (CARIRARER T 3 BRPEmR UAIE UTZHESR. EXREIRD R2 (£ 0.999

11.8%51E

v EZEE) Q2ZTRIE. 3K 4 HRE) 19 C.VAE(Z 10 %Kit

= g e W5
BALB/c (mouse) 6w 3 10 2369 743 M5, ANEfFGER
ICR (mouse) 6w | & | 10 2119 802 M5, ETaEE
CD (rat) 8w | & 9 3220 670 M5, ETaER

BBERM. RIS RIMREFFCEIDBEEFZESLERIDT. COREMEFERZE U THRENTZS0N.
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LBIS Mouse/Rat HMW Adiponectin ELISA Kit

12.:S5TNWV>a1—F1>0& Q&A
e INRNTDITILTORIEHEFLY
EREULTEZRSNDCE
)ZERDARERD AN
FRE(CEET DRFETRDANT L.
I FEE(CAHE T DMBHRDEDIEX PHEFARLRE,
4)EEZRAERIDE A
5+ v MEEREDRE (FELIEES).
6) L — hDBRIILHF.
EEBRODEEMNMEN DT,
o/ |MEEERTRERE (3.13 ng/mL)D OD fBELNTS> 4 OD fELE L 123,
FEREULTEZRSNDCE
TERENANESE, AR TH D/,
(RILAFI A —CIZHY) & RSB DHEEDE 3 D% R UFE T 4 [B~6 @ (T LT EE0N.)
o ZEENMZER(CV)H AL

FERELTERISNDCE

NFEENREL, AL THo/

QNZEROERME. £ (IREDBENARTN TH oI (RIEIRIADIE (CIT>TLIEEW),
3)ERYF o TBEN—ET(IM o1z, .
oQ-1: Fv NIDBNUTERIDIZENTETEITH ?

ZERLLEEV. FRALRVWTL— IS —ILZR D 12 FE(CRELTLIZE,
Q-2 : JL— hZBDHULIESTTILORISEESAD TN “gH?
A-2 : B (CIHMREFEERNFIEL THDET, @

A-1:TEFEY., JL— M CTHSNIZERS—ILZZAKNY \yj@%ggtb\y@—m&‘?tﬂ DEELT
=
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LBIS Mouse/Rat HMW Adiponectin ELISA Kit
CAEFIRMEEFIYVIVARN]
W9 BRGRIAE Z — 5t U TR, JAIESRM. RIER EZHEREAIERIEZIT O T EEUL,

O D)L — b, SEEZRDICERR0 CT~25 C)ICRLTLIZEW, ERMEICIE 2 BRGLHE
O REEEROMIR ¢ BRESNIZRBRRKT. 10 BICHIRLTIES0N,
SHERROBR () : EEBREEILTIRVNKSIERYF 4 I THEHL, BER (BR) T. &

U mic<rz0,
EERRIRR

50 L 200 uL 200 uL 200 L 200 uL 200 pl 200 uL

EEHR EER EER EER EER EER EER

450 L 200 pL 200 pL 200 L 200 pL Q 200 L
AR ‘\\

ngmL 200 100 50 25 6.25 3.13

BRIFMEPEIEFRT U (CEhEFR

O HUREREE 96 I TILTL— N é
B5(OROEESE)

O %3 E  (GHeRREE. *x D
O FIRRARE (EEER 50 pL
O [#B#. R0 C~25 C). 2 FHKIE. EE *x@*xQ
- HRP EHAIN T T« IR F IR DOGEIR R SNTBER T 100 &5

RUTL SV, FIREROARI(IEE (TS,
O %3 E  (CHerbREk. BE EE) *x D
0 HRPZ5## 7> « RRTF 2 50 pL
O [§8#. =E(20 C~25 @) N0 AEE. BFE *xQ*xQ
O %$3mE (GBeR B5(CRERDE) * D
O FER(TMB) TMB AZER{EEhTWB C & &R 50 UL

5E%. EEICADERCEE H
O E#. ZE(20 Gr25 C). 30 DRERIG., &iE * @ * QB
— RIS L MESE(C DO IR 50 UL

SER. ERC LnEBECEE H
O |8 (B8 * @
O BESIICIRNERE (FEE 450 nm. SEE 620 nm:600 nm~650 nm)

BIREET L — hEADBENSEEF v > IILUET

(*x QYFEFRZDTILICDFE. FOOSDLETI0REEEIRDERELUET . 3 BhERLTFE. X—/—5
AILECTL— hEFES(CUTNERFERETE(CHREVUE T, TFRFREROIIRSER L TORDEA
BREBESICHOELET,. BFREERY NCTRINT 3BOREEZ(E 300 UL/ JTILTT ., H—. &/
EERRERE(3.13 ng/mL)D ODEL N TS> 2 OD EWE K IRBBEIEERTED 1 DELT. N
AF 45— & RICEDOFEREIE 3 =R UFHER T 4 [Bl~6 BT LT ZEW. TL—NE
B ERDBEDENBERE 5 ML/ 3~25mL/ 53 (J ZILDREICEDERDET) TY, H—RiS
BOYIBRIDFFEDHF I TIVEIOI A Z(TEFRELUTLZE0,

(*x @)1B+rDEZ (L 600 rpm~1200 rpm-10 ¥/, 3 [@l,

(xQWBIIR TR T L — b —)LZIDERE L T IEEL,

TL— b —UHMRERZRN LT, #EEmZ T L — MUCUTHDfIFTLSZEETV, —EBFERUE
TL— b2 —=IUEBERURBWTIZEE,
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LBIS Mouse/Rat HMW Adiponectin ELISA Kit

D—o3— ()
Strip 1&2 Strip 3&4 Strip 5&6 Strip 7&8 Strip 9&10 Strip 11&12

A 200 ng/mL IRIK 1 1RIK 9 RIK 17 1R{K 25 1R{K 33
B 100 ng/mL 1RIK 2 1&IK 10 1&{K 18 1&1{K 26 1R{K 34
C 50 ng/mL 1R{K 3 1R 11 &K 19 &K 27 &K 35
D 25 ng/mL 1R1K 4 1RAK 12 1RAK 20 1R{K 28 1R{K 36
E| 12.5ng/mL 1RIK 5 1RAK 13 1R 21 1RAK 29 1RAK 37
F| 6.25ng/mL 1Rk 6 1RAK 14 1R 22 1R4K 30 1R{K 38
G 3.13 ng/mL 1RIK 7 1R{K 15 &K 23 1RIK 31 1R{K 39
H 0(Blank) 1R 8 1R{K 16 1RIK 24 1R{K 32 1R{K 40

& CEREICCRERIBS E VI EOE > NSRS @

oELISA EFRERIBICKDHEZZITE T, ATERE. FFERINGPIOER ! - 25 C (EB&L

MRE 30 %ARMDIRIE T TORIE (BT TSV, POZERFT % : 0.4 m/sec A L. &
& 30 %RHEDIRIE T CTEIM I DIHA(CIE BRT Y T DFFE RIS — R —)LZ I DT LR,
TRDLSITTEZTIRET S TZE0 N,

Bl) A >FaR—FA, FEAFO—) b%%%ﬁlﬂ"@%%l%}iﬁﬁé@i" FIE = DRI C K D RITEN

FRFADFIR—AIREE) BETFLTLS S0, iz, AR (I?j/@ ) :0.4 m/sec BL k.
R

BRBBENSDFIDT., FHHEBEULENDEIEE0,

o ZAFT W I TORBMBRIGIEIC(E. DT)LDEZE. EYIDE SDORD. DEREOERZHLLET D
B I TL— b — )L TLIEELY, @J
OIRIK LIRS SRV K D (LR ZEDITTL TIL/ N FYvITDOERZSEDHUET,
oFHERFZ 6 DITILTL— MNIERITIEXETIEH EEHTY ., HERITTREFLTLIESE,

oSULFIERIIfER T DETIEETT,
oK+ I ELISA EDHHEZFR T UTZT5. —(J}E%EOD'F"C‘Z@% <FEEW. BFERFECAET D
\CEALIES0N,

BRCEENRY T o U EEOBRENZE

o MBI MNCAF Y MEIFR(EFE, BRE WEE(COFTIIZEL,

o AFIBZ B ICHITENT TSV ARy FORFENRO T, B, O, BO, KEFCABELLSES
< LT SOINRIBEZITV). MBIMGEREMOFHTERITTIIZE 0,

o AT Y N U TLDIHRICIIRRERIEZ L/dWT<{IEE N,

o[w NESDEDHEL (L BTSN,
2 \ TRMEBLTEDFRO> TSV AFy MNIEMWIHRRDK D Z

mEF 1 %LU >, 2% T)ILI—)LT7ILT E RFEZ(E 0.1 %A EDIR

BRI BRI T IESVEelEA— ML —TREIEL TEREL T E
R AE DR A IFRE S O E L N C RIS ODIES (T > TEEL T IEE,
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LBIS Mouse/Rat HMW Adiponectin ELISA Kit

O
&

E
Git=)

CAIER] CAIEH]

(Ov bES] (B5NHARR]

(EES)

€I LER® BRFITAIRRIFONIRX/ SV bk

(F060— R 634-13071

(ZR5EER5EC] LBIS Mouse/Rat High Molecular Weight Adiponectin ELISA Kit
[BREIVETE ]

RiEFTT E1XT7/IVLA M HEXRRHT
ARHRRXEEH=TE1&25
Tel : 06-6203-3741
Fax : 06-6201-5964
https://www.fujifilm.com/ffwk/ja
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