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[LBIS Mouse MCP-1 (CCL2) ELISA Kit]

Cat # 637-54101 (Manufacture # AKMMCP1-011)
Please, read this instruction carefully before use.
This kit is manufactured by FUJIFILM Wako Shibayagi Corporation. Use only the current version of Instruction
Manual enclosed with the kit!

Intended use

Mouse Monocyte chemoattractant protein-1 (MCP-1) consisting of 125 amino acid residues is a member of
the C-C chemokine family with chemoattractant properties for monocytes/macrophages. Similar to many
chemokines, MCP-1 expression is induced by inflammatory stimuli such as TNF-a and IL-1. It is secreted as
an inflammatory mediator by immunocompetent cells such as monocytes and macrophages, in addition to
many cells such as vascular endothelial cells, fibroblasts, uriniferous tubule epithelial cells and smooth muscle
cells.

MCP-1 and its cognate receptor, chemokine motif receptor 2 (CCR2), specifically recruit monocyte /
macrophages into an inflammatory site and subsequently prolong inflammatory response, and MCP-1/CCR2
systems are thought to be involved in the pathogenesis of chronic inflammatory diseases. In obesityassociated
adipose tissues, enhanced MCP-1 expression promotes the infiltration of monocytes/macrophages into
adipose tissue, which suggested to be involved in the pathophysiology of insulin resistance. Based on these
findings, MCP-1 has attracted attention in research to elucidate the molecular mechanisms and
pathophysiology of chronic inflammatory diseases such as metabolic syndrome.

This kit is a sandwich enzyme system for quantitative measurement of mouse MCP-1 (CCL2). This kit is able
to measure MCP-1 (CCL2) in mouse serum (plasma) and urine, specifically and sensitively. This product is
intended for research use only. Not for use in diagnostics procedures.

Assay principle

In Shibayagi’s LBIS Mouse MCP-1 (CCL2) ELISA Kit, standards or samples are incubated in polyclonal
antibody- coated wells to capture MCP-1 (CCL2). After 2 hours’ incubation and washing, biotinylated anti-
MCP-1 (CCL2) antibody is added and incubated further for 1 hour to bind with captured MCP-1 (CCL2). After
washing, HRP (horse radish peroxidase)-conjugated streptavidin is added, and incubated for 30 minutes. After
washing, bound HRP-conjugated streptavidin is reacted with a chromogen (TMB) for 20 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 MCP-1 (CCL2) concentration. The standard curve is
prepared by plotting absorbance against standard MCP-1 (CCL2) concentrations. MCP-1 (CCL2)
concentrations in unknown samples are determined using this standard curve.

Reagents supplied

Components State Amount
(A) Anti-MCP-1 (CCL2) antibody coated plate Use after washing. 96 wells/1 plate
(B) Standard mouse MCP-1 (CCL2) Freeze-dried. Use after reconstitution. 1 vial
(C) Buffer solution Ready for use. 60 mL/1 bottle
(D) Biotinylated anti-MCP-1 (CCL2) antibody Freeze-dried. Use after reconstitution. 1 vial
(E) HRP-conjugated streptavidin Concentrated. Use after dilution. 100 pL/1 vial
(F) Chromogen (TMB) Ready for use. 12 mL/1 bottle
(H) Stop solution Be careful! Ready for use. 12 mL/1 bottle
(1) Wash stock solution (10x) Concentrated. Use after dilution. 100 mL/1 bottle
Plate seal — 4 sheets
Instruction Manual — 1 copy

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
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on the label on the container. Opened reagents should be used as soon as possible to avoid less than optimal
assay performance caused by storage environment.

Equipments or supplies required but not supplied cUse as a check box

oDeionized water (or Distilled water) oTest tubes for preparation of standard solution series. oGlassware for
dilution of Wash stock solution (10x) (a graduated cylinder, a bottle) oPipettes (disposable tip type). One
should be able to deliver 10 yL - 100 L precisely, and another for 100 yL - 1000 uyL. oSyringe-type
repeating dispenser like Eppendorf multipette plus which can dispense 100 yL. oPaper towel to remove
washing buffer remaining in wells. 0A vortex-type mixer. oA shaker for 96 well-plate (500 rpm -1200 rpm)
oAn automatic washer for 96 well-plate (if available), or a wash bottle with a jet nozzle. oA 96 well-plate
reader (450 nm = 10 nm, 620 nm: 600 nm - 650 nm) oSoftware for data analysis.

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

[Concentrated reagents]
[(B) Standard mouse MCP-1 (CCL2) (Freeze-dried)]
Reconstitute the (B) standard with volume* of deionized water (or distilled water) described in a separate
sheet to prepare the Original standard solution (5000 pg/mL). And then prepare dilution series of standard
solutions as shown below using the (C) Buffer solution brought to room temperature.
*Because the volume of deionized water (or distilled water) to be added to the freeze-dried standard differs
depending on the lot, see the specified volume in a separate sheet.

Below is an example of preparing each standard solution.

Volume of standard solution (C) Buffer solution Concentration
Original standard solution 50 pL 450 uL 500 pg/mL )
500 pg/mL solution 200 L 250 pL 222 pg/mL
222 pg/mL solution 200 pL 250 pL 98.8 pg/mL
98.8 pg/mL solution 200 pL 250 pL 43.9 pg/mL Standard Curve
43.9 pg/mL solution 200 pL 250 pL 19.5 pg/mL
19.5 pg/mL solution 200 pL 250 pL 8.67 pg/mL
8.67 pg/mL solution 200 uL 250 pL 3.85 pg/mL
Blank 350 L 0 )
Deionized water
(dist.mijﬁter)

Original solution

Concentration 5000 p g/mL

50 pL 200 uL 200 uL 200 uL 200 uL 200 pL 200 uL
Buffer Buffer Buffer Buffer Buffer Buffer Buffer
450 pL 250 pL 250 pL 250 pL 250 uL 250 pL 250 uL
Concentration g 222 98.8 43.9 19.5 8.67 3.85

pg/mL
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[(D) Biotinylated anti-MCP-1 (CCL2) antibody]

Add 100 pL of deionized water (or distilled water) of room temperature to (D) Biotinylated anti-MCP-1 (CCL2)
antibody (Freeze-dried) (Original (D) solution). Prepare working solution by dilution of original (D) solution with
the (C) Buffer solution to 1:100. 10 mL of the diluted solution is enough for 96 wells.

[(E) HRP-conjugated streptavidin]

Prepare working solution by dilution of (E) with the (C) Buffer solution to 1:100. 10 mL of the diluted solution
is enough for 96 wells.

[() Wash stock solution (10x)]

Dilute 1 volume of the concentrated (I) Wash stock solution (10x) to 10 volume with deionized water (or
distilled water) to prepare working solution. Example: 100 mL of concentrated (I) Washing buffer (10x) and
900 mL of deionized water (or distilled water).

[Storage and stability]
[(A) Anti-MCP-1 (CCL2) antibody coated plate]
If seal is not removed, put the strip back in a plastic bag with zip lock originally used for well-plate container
and store at 2 °C - 8 °C. The strip will be stable until expiration date.
[(B) Standard mouse MCP-1 (CCL2) (Freeze-dried)]
The reconstituted standard solution (original standard solution) should be used within 2 weeks if stored in a
refrigerator. Dispose the remaining diluted standard solutions after use.
[(C) Buffer solution] & [(F) Chromogen (TMB)]
Use only volume you need for your assay. Remaining reagents should be stored at 2 °C - 8 °C closing the cap
tightly. It maintains stability until expiration date. Once opened, we recommend using as soon as possible to
avoid influence by environmental condition.
[(D) Biotinylated anti-MCP-1 (CCL2) antibody]
The reconstituted (D) solution should be used within 2 weeks if stored in a refrigerator. Dispose the remaining
diluted working solution.
[(E) HRP-conjugated streptavidin]
Remaining working solution (already diluted) should be disposed. The rest of the undiluted solution (unused) :
close the cap tightly and store at 2 °C - 8 °C. It is stable until expiration date. Once opened, we recommend
using as soon as possible to avoid influence by environmental condition.
[(H) Stop solution]
Close the cap tightly and store at 2 °C - 8 °C. It maintains stability until expiration date.
[() Wash stock solution (10x)]
The rest of undiluted solution (unused): close the cap tightly and store at 2 °C -8 °C, it is stable until expiration
date. Dispose any remaining diluted buffer.

Preparation of samples

e This kit is intended to measure MCP-1 (CCL2) in mouse serum or plasma or urine.

e\We recommend to use EDTA-2Na, EDTA-2K or heparin as anticoagulant.

eSamples should be immediately assayed or stored below —35 °C until assay. Before starting assay, shake
thawed samples sufficiently. Do not repeat freeze-and-thaw cycles.

eCentrifuge the sample to remove turbidity or insoluble matters where necessary before use for the assay

olf presence of interfering substance is suspected, examine by dilution test at more than 2 points.

eDilution of a sample should be made in a PP or PE test tube using buffer solution prior to adding them to
wells

Assay procedure
Remove the cover sheet of the antibody-coated plate after bringing up to room temperature.

(1) Wash the (A) anti-MCP-1 (CCL2) antibody coated plate by filling the wells with washing buffer and discard
4 times (*@), then strike the plate upside-down onto folded several sheets of paper towel to remove
residual buffer in the wells ( *®) .

(2) Pipette 50 uL of standard solution to the wells designated for standards.

(3) Pipette 40 uL of (C) Buffer solution to the sample wells, and then add 10 pL of sample to the wells.

(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 uL of biotinylated anti-MCP-1 (CCL2) antibody to all wells, and shake as step (4).
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8) Stick a plate seal (*®) on the plate and incubate the plate for 1 hour at 20 °C - 25 °C.

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

0) Pipette 50 uL of HRP-conjugated streptavidin to all wells, and shake as step (4).

1) Stick a plate seal (*®) on the plate and incubate the plate for 30 minutes at 20 °C - 25 °C.

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

3) Pipette 100 pL of (F) Chromogen (TMB) to wells, and shake as step (4).

4) Stick a plate seal (*®) on the plate and incubate the plate for 20 minutes at 20 °C - 25 °C.

5) Add 50 uL of the (H) stop solution to all wells and shake as step (4).

6) Measure the absorbance of each well at 450 nm (reference wavelength, 620 nm (*@)) immediately using
a plate reader.

*Refer to the page 7 - 8 for notes of *@, *@, *®@, *@, and *®.

(
(
(1
(1
(1
(1
(1
(1
(1

Calculations

(1) Create a standard curve by reducing the data using computer software capable of generating 3rd order
regression curve, or 4 or 5 parameters. 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 MCP-1 (CCL2)
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.

(2) Using the standard curve, read the MCP-1 (CCL2) concentration of samples at its absorbance, and multiply
the assay value by dilution factor if the sample has been diluted. The standard operation method is 5-fold
dilution.

10.000

Abs.450/620nm

0.010
1 10 100 1000

Mouse MCP-1{pg/mL)
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ePrecision of assay (Within assay variation) eReproducibility (Between assay variation)
2 serum samples, 5 replicates assay 3 serum samples, 4 days, 3 replicates assay
Sample1 Sample2 Sample1 | Sample2 | Sample3
n/1b (pg/mL) (pg/mL) Pay/D | (pgimL) | (pgimb) | (pgimL)
___________ 1T 170 18.1 01 210 50.8 8.67
___________ 2 171 18.9 12 48.0 8.33
___________ S 172 18.7 2 1 215 48.2 8.25
___________ 4 173 18.4 3 1 226 51.9 8.84
5 169 18.8 mean 215 49.7 8.52
_______ mean | 171 18.6 S | 712 1.9 0.28
_________ SD | 1.8 0.32 CV(%) 3.3 3.8 3.3
CV(%) 1.1 1.7 Mean CV was within 15 %.

Mean CV was within 15 %.

eRecovery test (Standard mouse MCP-1 (CCL2) was added in3 concentrations to serum or plasma sample
and assayed. The recoveries were 95.0 % - 103 %

Serum sample Plasma sample (EDTA)
Added Found Recovered | Recovery Added Found Recovered | Recovery

(pg/mL) | (pg/mL) (pg/mL) (%) (pg/mL) | (pg/mL) (pg/mL) (%)
__________ 0 + 257 - - 0 | 147 - -
25 50.7 25.0 100 | 25 40.5 258 103
o0 75.5 49.8 996 | 50 | 66.5 51.8 104
________ 100 | 124 98.3 98.3 100 | 115 100 100
200 223 197 98.5 200 205 190 95.0

eDilution test (Serum sample and plasma sample were serially diluted by 3 steps. The dilution curves
showed linearity with R?=0.9992 - 0.9998

Dilution test (serum) Dilution test (EDTA)
300 300
y =1303.9x +5.536
250 y=1367.1x - 4.3102 250 R*=0.9995

R?=0.9998 ® serum (ID 6)

N

o

o
N
o
o

serum (ID 7) @ plasma (EDTA) (ID 8)

plasma (EDTA) (ID 9)

y =327.09x - 0.6948
R?=0.9997

[
o
o

Mouse MCP-1(pg/mL)
i
(9]
o

Mouse MCP-1(pg/mL)
=
(9]
o

w
o

y=432.48x+0.0141
R? =0.9992

000 005 010 015 020 025 000 005 010 015 020 025
Dilution Factor Dilution Factor

Trouble shooting
elLow absorbance in all wells
Possible explanations:
1)The standard or samples might not be added.
2)Reagents necessary for coloration such as Biotinylated anti-MCP-1 (CCL2) antibody, HRP-conjugated
streptavidin, or chromogen (TMB) might not be added.
3)Wrong reagents related to coloration might have been added. Wrong dilution of biotinylated anti-MCP-1
(CCL2) antibody or HRP-conjugated streptavidin.
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 chromogenic substrate reagent soon after taking out from a refrigerator might cause poor
coloration owing to low temperature.
eBlank OD was higher than that of the lowest standard concentration (3.85 pg/mL).
Possible explanations:
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Improper or inadequate washing. (Change washing frequency from 4 times to 5 - 8 times at the constant
stroke after the reaction with HRP-conjugated streptavidin.)
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 96 well-plate is empty when | opened the box.
A-2: As this kit is dried type, not preservation stabilizer is added.

Technical tips / Precautions

oELISA can be affected by assay environment. Ensure that room temperature at places for assay operation
and incubation is strictly controlled at 20 °C to 25 °C. Avoid performing assay 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.

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

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.

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.

e 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.

eThe chromogen (TMB) 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.

eTime the reaction from the pipetting of the reagent to the first well.

ePrepare a standard curve for each assay.

eFor professional use only, beginners are advised to use this kit under the guidance of experienced person.
In manual operation, proficiency in pipetting technique is recommended.

e\Wear protective gloves, clothing, eye, and face protection.

eAvoid contact of skin and mucous membranes with kit reagents or specimens. If any reagents come in
contact with eyes, skin, or mucous membranes, wash with copious amounts of water and contact a physician.

eDo not drink, eat, or smoke in a place where this kit is used.

e The materials must not be pipetted by mouth.

eDo not use reagents with different lot numbers together.

eThe 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.

eHandle the sample with proper care, being aware that the sample may have an infection risk. This kit contains
animal-derived ingredients.

eResidual samples and used tips should be sterilized before disposal.

eDispose consumable materials and unused contents in accordance with applicable regional/national
regulatory requirements.
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Summary of assay procedure o : Use as a check box
*First, read this instruction manual carefully and start your assay after confirmation of details.

O
O

O

O

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

Concentrated washing buffer must be diluted to 10 times by deionized water (or distilled water) that

returned to 20 °C - 25 °C.
Standard solution dilution example

Reconstitute the (B) standard with volume* of deionized water (or distilled water) described in a separate
sheet to prepare the Original standard solution (5000 pg/mL). And then prepare dilution series of standard

solutions as shown below using the (C) Buffer solution brought to room temperature.

*Because the volume of deionized water (or distilled water) to be added to the freeze-dried standard differs

depending on the lot, see the specified volume in a separate sheet.
Preparation of diluted MCP-1 (CCL2) standard solutions:

Conc.(pg/mL) 98.8 439 19.5 8.67 3.85 0
Std. sol.(uL) J/’ 200* J/’ 200*}/' 200*}/’ 200* }/’ 200*}/’ 200 —
Buffer(uL) 450 250 250 250 250 250 250 350

*One rank higher standard.

Anti-MCP-1 (CCL2) antibody coated plate
|Washing 4 times (*@) , (*®)
Samples (diluted sample : Buffer solution 40 pL+ Sample 10 pL), or Standards

1Shaking (*@), Incubation for 2 hours at 20 °C - 25 °C. (Standing (*®))

Add deionized water (or distilled water) of room temperature to (D) Biotinylated anti-MCP-
1 (CCL2) antibody (Freeze-dried) (Original (D) solution). Prepare working solution by
dilution of original (D) solution to 100x with the (C) Buffer solution returned to 20°C - 25 °C.
(This should be prepared during incubation.)

|Washing 4 times (*@) , (*®)
Biotinylated anti-MCP-1 (CCL2) antibody

1Shaking (*@), Incubation for 1 hour at 20 °C - 25 °C. (Standing (*®))

Dilute HRP-conjugated streptavidin to 100% with the (C) Buffer solution returned to
20 °C - 25 °C. (This should be prepared during incubation.)

|Washing 4 times(*@) , (*®)
HRP-conjugated streptavidin
1Shaking (*@), Incubation for 30 minutes at 20 °C - 25 °C. (Standing (*®))

|Washing 4 times(*@) , (*®)

Chromogen (TMB)

After dispense, the color turns to blue depending on the concentration.
IShaking (*@), Incubation for 20 minutes at 20 °C - 25 °C. (Standing (*®))

Stop solution
After dispense, the color turns to yellow depending on the concentration.

lShaking (*@) Immediately shake.

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

50 uL

50 uL

50 uL

100 L

50 uL

*OAfter dispensing wash buffer to wells, lightly shake the plate on your palm for 10 sec 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
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be high. If so, change washing frequency from 4 times to 5 - 8 times at the constant stroke after the reaction
with HRP-conjugated streptavidin.
Standard of plate-washing pressure: 5 mL/min - 25 mL/min. (Adjust it depending on the nozzle’s diameter.)
*(@Guideline of shaking: 600 rpm - 1,200 rpm for 10 secondsx3 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 nm - 650 nm can be used as reference wavelength.
*®After removal of wash buffer, immediately dispense the next reagent.

Assay worksheet

LBIS Mouse MCP-1 (CCL2) 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

[Manufacture #] AKMMCP1-011

[Cat #] 637-54101

This kit is FUJIFILM Wako Shibayagi Corporation

manufactured by
1062-1 Ishihara, Shibukawa, Gunma, 377-0007 Japan
TEL.+81-279(25)0279, FAX.+81-279(23)0313
<E-mail>wksb-info@fujifilm.com <URL>https://www.fujifilm.com/wksb/en

distributed by FUJIFILM Wako Pure Chemical Corporation
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222 pg/mL &9 : 200 uL 250 L 98.8
98.8 pg/mL & : 200 L 250 L 43.9
43.9 pg/mL &Y : 200 pL 250 L 19.5
19.5 pg/mL A& : 200 pL 250 L 8.67
8.67 pg/mL & : 200 L 250 L 3.85
Blank 350 uL 0

FaERK

eeomL

EHERERD

AREE 5000 pg/mL

50 ul 200 pL 200 pL 200 pL 200 pL 200 pL 200 pL
BER BER BER BER BER BER BER
450 pl 250 L 250 uL 250 L 250 uL 250 L 250 uL
EREAN-1:=3
AEEE 500 222 98.8 43.9 19.5 8.67 3.85

pg/mL
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LBIS Mouse MCP-1 (CCL2) ELISA Kit (AKMMCP1-011)

(D) Biotinylated anti-MCP-1 (CCL2) antibody
FARIK 100 uL ZHXB%2 L. (C) Buffer solution T 100 f&(CHIRL T ZE0N,
(E) HRP-conjugated streptavidin
(C) Buffer solution T 100 f&(CHIRL T IZELN,
(I) Wash stock solution (10x)
IEAEEER (10x) ZER(ESHZERK (FEK) T10EICHRRLTIIZEL,
£ : 100 mL 0> Wash stock solution (10x)+900 mL MFFRIK (FZEB/K) (96 D TILRTRERTIHE)

(FAROREN LRFTIE]

(A) Anti-MCP-1 (CCL2) antibody coated plate
FERATABRIEZA Ny TFSY TS -\ DICRL. ZDFEF2 CT~8 CTREL T ZEW. B
SEARANE EEZREFET .
(B) Standard mouse MCP-1 (CCL2)
ISR CERERNZE I 2R E5F T . FBRKENNZERIE UTARERFR(E 2 C~8 CTHRIFL. 218
BRICERALUTZEV, FER CHRTSARUCRRESRIES(CERL. FREFLRBVLTLIZE0,
(C) Buffer solution BT (F) Chromogen (TMB)
—BDOBERZHEAITIREHNEBEL DD UEZHDEZFIDOEE(CE L. EDEFERICERSIIRVNTESICE
ZUDONMDED, 2 T~8 CTHRIFLTLZSL. BHEIRANLZEGZHREFT .
(D) Biotinylated anti-MCP-1 (CCL2) antibody
ISR TR E I 2R EF I . BEKZINZABREUIZEATF AESTARRIE 2 C ~8 CT
RF U 2 BREILIAICER U T IZ2EV), RER CRIRAR UIDERIFES (TEARA L. FRFFEULIRNT LS IZE0,
(E) HRP-conjugated streptavidin
Fv bZEDEI U TER T IREEREF CSTEEIDBRDE UETRARL. KDDRRIIERICES/ANT
BSICEZ UMD ERD, 2 CT~8 CTHREFEL TSV, BMHRAEZERHZREET . FRKEDD
BIRNBEHFRIIEELTIZS,
(H) Stop solution
AR D ZRF I DIHZaE E2ULoMD LD, 2 T8 CTTHRIFL CLIZE, BERALZEZHR5FET.
(I) Wash stock solution (10x)
Wash stock solution (10x) ZRF I DHE(E. EXULoO>MD EFED. 2 CT~8 CTHREFELTLEZEZL. B
SERAN L EMZREFT . ERERD ORIRBEHFRERIIFEZEL TS,

7 REDRAS

BT RIIICRE T DHE(E. —35 CUT TORGEREERHREUET . BDIRUDHRERAR (LR T T
EEV, B UERKRSEIE S DERICAERUTD (TR LTSV, £, BEEHmIRT 355
ARFRARE LTSS,

RIK(ITEE(CHEVMRIMB KRR L. DB LR ORAMBERCMEE,. YOXREFERALUTLESU,

o MR MIFDHFUEEIFIC(E. EDTA (Ffz(EN/WWY) ##EUET.

o MEDEHEER E = FEA I DRIIBAERE L TIIZE0,

oA U IR BAE BRI I(EDIRN TS ZE N,

o E D RURNBY DS DAREKITR OIBEE CREBBEICAWNWTIZE,

IHEMBDRIENFEND LLVRIKE, E—REKCHNT, BB 2 R1 > MNALOFIRETHRERE =
R L TL<IZEL,

o IRAEFIRG BIHEIL HEH UsHsERE(PP. PEYE 2T (C) BBE&R CAtRUAIEDTIUTSEL T IESUN,

8. AITEIRIEE
PRMERIADBRICRICHIET DREZAE O THREUL TS EZ L,
(1) SN UHHE UEEREED TILISHZ U, 4E5% (x©) UET. Tk, R—/(—FA/L3
EDLTTL—hEPECLU, BKMEDIFBELDICULTITILICHE D TEREMDBREET,

(2) REMAE D TILICKREEDIRERRZ 50 L 39 DELET,

(3) RABIED TILIC (C) HBERZE 40 yL TDOEL. =S(THREAE 10 )L T DOELET .

@) X107 L —MRESERERBREERWVWTER (xQ) UEY.

(5) TL— b2 —I)LEED(x®). =R (20 C~25 C) T2RHEFBELET,

(6) RIG¥ETH. RIGREIBE TREREZZDTILICHIZL. 4E%E (x©) ULEY ., TDHE, R—/(—4
AIIREDLETT L — hEFES(CL, BKNEDFBRELSICUTIITILICER D TEREZEDBREET,

(7) I TILICEAF 2 #EEHT MCP-1 (CCL2) iAZ 50 yL I DELET . YO0 L— MREEDS
FRREZRAWTER (x@) LET,

11



LBIS Mouse MCP-1 (CCL2) ELISA Kit (AKMMCP1-011)

(8) FL—bh>—I)LEED(x®). =R (20 C~25 C) T1RHEFELET,

(9) RISHETHER., RICRZIETHREFRZEZDTILISHLZL 4 B%FE (x@©) ULET, D&, R—/)(—5F
AIWREDLETT L — hEFES(CU, BLPEDFBRELSICOUTIITIVLICE D TEREZRDREET,
(10)& D TILICRILAFS A —T - PTESUHEEWZ 50 L I DFELET . ¥ro0O0TL— MrESER

REEBWNWTER (x@) UEY,
(1T — b2 —ILED(xQ). =& (20 C~25 C) TI0ODHFBELET,

(12)RISHET#. RIGRZIETHREFRZEZEDTIVITHEEZLU 4 B%FE (x@) LEYT, 2DE. R—/(—4
AIWREDLETT L — hEFES(CU, BLPEDFBRLSICLUTIDIVICE D TEREZRDBREET,
(13)& D T)UTHERZ 100 uL I DB ELET . ¥7o0O0T L — NRESEREZHNTER (x@) LET.

(14)TL— 2 —)LZBED(x Q). =& (20 C~25 °C) T2 DMEFELET.

(15)& I TIVICRIMELL®RZ 50 yL 9 DO733F L. REBRIGZELEUET,

(16)B# (x@) &, BEBICNro0O0T L — NEDMAESTT 450 nm (BEE 620 nm) TORIEE %A
EFUZEI ., 8EE(E 600 nm ~ 650 nm OEHTERATEEI,

(x@). (x@). (x@) BIEFIEE (15. 16 R—=) ZITESERITZE0N,

9.5t8
(1) AIES RS ER UE T X BrEiZESTEE (pg/ml). Y Bl EDREIRD S IV L T<IESU N,
(2) BEREKD. (HBR) BRAEDORAE(CHIET DEE (pg/mL) Z5EHIDET . FiHERD ITBRE (TR
AREBZRUAEBEEUET ., (BEEEETE S EBHRIRCRADET.)
* FRADIRNENREFIRNE R DIMZIBE(E (C) Buffer solution (CCEHBERIGAR UBEATEZ
EhELTSIZE0N,
* 1> E1—4Y D NTOBEEWIET(E, 3 XZIER. 4 £/2(E 5 /\SA—F—DFEREPBEHHUET,

10.Fv bD1EEE

Jl-'-!)rk

o HI &L H]
3.85 pg/mL~500 pg/mL

10.000

Abs.450/620nm

0.010
1 10 100 1000

Mouse MCP-1{pg/mL)

12



LBIS Mouse MCP-1 (CCL2) ELISA Kit (AKMMCP1-011)

ofFEER (77w z-1AZEE))
IER M (CRI2DEED MCP-1
(CCL2)Z MU I 2 #tk%& 5 ERITE

n/ID Sample1 Sample2
(pg/mL) (pg/mL)
___________ (R 170 18.1
___________ 2 171 18.9
,,,,,,,,,,, 3 172 18.7
,,,,,,,,,,, 4 173 18.4
5 169 18.8
_______ mean | 171 18.6
,,,,,,,,, S 1.8 0.32
CV(%) 1.1 1.7

T CVABIE 15 %o
o TONENGIER (IERITAE AR 4 20D MCP-1 (CCL2YATINUAIE) IR 95.0 %~103 %

oHBIRMEER (77v A HIZE))
ERIE ICRRDEED MCP-1 (CCL2y&ZRMUTE 3

&A% 4 BHiE 3 |AIE

Sample1 Sample2 Sample3

Day/D | “pgiml) | (pgimL) | (pg/ml)
0 210 50.8 8.67
____________ 1 211 48.0 8.33
2 215 48.2 8.25
3 226 51.9 8.84
_______ mean | 215 49.7 8.52
_..sb__ 7.2 1.9 0.28
CV(%) 3.3 3.8 3.3

15 C.V AB(E 15 %K

MIEARIA MAERIR(EDTA)
g | =aME Gl EES I} eIV ElNES EEE
(pg/mL) | (pg/mL) : (pg/mL) (%) (pg/mL) | (pg/mL) : (pg/mL) (%)
___________ 0 257 - - 0 o147 - ]
25 | 50.7 25.0 100 | 25 40.5 25.8 103
__________ 50 | 755 49.8 99.6 50 | 865 51.8 104
_________ 100 | 124 98.3 98.3 100 | 115 100 100
200 | 223 197 98.5 200 205 190 95.0

o FIRERY (ERITASI MR FHRDREDMCP-1 (CCL2y@iNUIz 2 i&iaE i @i C 3 BFafmiRUAIE)

FRER (MF)

Mouse MCP-1(pg/mL)
=
wv
o

0.05

y=1367.1x-4.3102

R? =0.9998

0.10

0.15

y =327.09x - 0.6948
R?=0.9997

0.20 0.25

Dilution Factor

1.8 STNS1—F1>0& QA
e INRTDOITILTCORIGHEELY
BERELTEZSNDCE.
1) EBEERORERD AN,
2) RE(CEETIRFBERDANT .

3) RE(CEET DMEBTRDEDIE

4) BEZREERIDEA

5) v MREREDFE

6) 7L — hDBRINFEE,
7) REROEEMEN DT,
o/ VRERRRED ODEL DTS20 OD ENE /2D,

BERELTERBNBIE - - -

oZENFREL (CV) NPAREN
FRELTERSND L.

o M;5ERE (ID6)
ERE (D7)

(FELIIHS)

300

250

N
o
o

Mouse MCP-1(pg/mL)

0.00

AHEHERAR,

13

0.05

#HERR (EDTA)

y=1303.9x +5

R*=0.9995

0.10

.536

0.15

Dilution Factor

FTENTNES, REETHo .

o M #1814 (EDTA) (ID 8)

m#EHRAEDTA) (ID9)

y=432.48x+0.0141

R?=0.9992

0.25




LBIS Mouse MCP-1 (CCL2) ELISA Kit (AKMMCP1-011)

1) FENIRNEY, A2 ThoI

2) EEFVOEEME. RIEROEBHHNARFTED THoie (RERIERDBIEIFED(CITo>TLEETLY),

3) ERYF o D OBEN—FETIIRM D .
.Q1 Fv NMIDEIUTERIT B ENTEEIH?

 TEFI, FRLRWTL— ISV TS —)LI\WOICR U, FECRELTLSIEE0,

-Q2 JL— F%WbﬁbfbUIw®¢Lﬁﬁ&nlemiﬁhthﬁﬁ%%biﬁhﬁ?
A2 BEHDFERA. COFY NIRRT L — NIATERODTHDET,
eQ-3 : RARZRMNUTZSTEVEV UIEARNBEMN S DE UTEVIE (CRENHDEI M ?
A-3  ZENHBEEEMEN DD ET, AIEEMESHZD., BIETRUTICRDISGENSGDET,
Q-4 : MIBTHAETSTEIN?
A4 MBTHRETETEYT, MBRMIFOFUEEFI(C(E. EDTAEZEAN VU )ZFERL T ZE0,

D=0 — kK ()
Strip 1&2 Strip 3&4 Strip 5&6 Strip 7&8 Strip 9&10 Strip 11&12
A | Std.500 pg/mL 1RAK 1 1RAK 9 1RAK 17 18RIk 25 1R4K 33
B | Std.222 pg/mL 1R 2 R4 10 1R1K 18 1RAK 26 1RAK 34
C | Std.98.8 pg/mL 1RAK 3 1RAK 11 1RAK 19 1RAK 27 1R4K 35
D | Std.43.9 pg/mL 1Rk 4 1RAK 12 1RAK 20 1R1k 28 1R1K 36
E | Std.19.5 pg/mL 1R1K 5 1RAK 13 1RAK 21 1ReK 29 1RAK 37
F | Std.8.67 pg/mL 1R1K 6 1R 14 1RAK 22 1R4K 30 1R1K 38
G | Std.3.85 pg/mL RIK 7 1RIK 15 1RIK 23 1REK 31 1R{A 39
H 0 1RK 8 1RIK 16 1RIK 24 1RIK 32 1RIK 40

S ERBIICCHRES VLM EoE > NRUEESE

oELISA ABFAFIRIBICKDHEZZ(TE T, ATFERE. BERIDBFIOER : 20 C~25 C (EE&5E
FrEAFINR-FGREE) ZETFUTLSIZEV, £z, BR (T73>EAEBESD) : 0.4 misec LAE,
MRE 30 %ERBDIRE T TORIE (BT TLIIEE0N,
BERICBATICDULTIE, ¥t Web B bOBE [RIHEMSF] TTHRIIZESUN,

o B RXT W I TORBERIGIFIC(E. DI)LDEZE. EYDEAN. BEDRD. DEREOERREZHILET S
A, I TL— b —)LEBE > TS ESEN,

OIRAR &SR (CAFIOSES SRRV EKDICERZEDITTLEE W 1 DL/ FYvITDTHEREDEDHUET,

FHERMEAIBXETITBVEREBIATY ., AEBITTREFLTIESEU,

o SUMB LR (CIIFREEZERA L TULET, BRDIMWNSEELTLESV, FHIDIETEEETYT,

o RF v NI ELISA SEDIHMEZIZR T UTeA. £R(FIBEED T CCERALKESV. AFERMEFCHET S
BRICITERY T D TBEOBRENZTE UTe AN CHERSIEE0N,

CEMBINCAT Y MEEDP(EFL, BRiE. RERABNKES(CDIFTLIZE0,

GREIZFE(CHTIRNWTLIZEEV. A+ v hOEFEMNEST. B, O, 0. HEZFCHELEBESE
BS(CKEK TR (CTHEWNRIZDNRUEZITV. NERIZGESEEMOFHETEZIT TS0,

o R+ v NEERUTWBIBAICEEREDEYER LIRWLWTLIESU,

GREFAIOTERY T > ULRRNWTLIESU,

oY hESDESHELITEE TENDIRNWT L IZELN,

IRIKIRRDBERMEN G DBEDE U THERDER U TEDE® D TLIEE W\, Ry v MIEWIEBERDD %=
SEATVET,

o TR AFDIRIK, [FAUSEHERE L. BECHVERENIE L TSV, I8 U IR EiEmR. RE
FOERFE(SPhE R DM E L N ZMUHDER T > TEELTLIZEL,
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LBIS Mouse MCP-1 (CCL2) ELISA Kit (AKMMCP1-011)

(AEFIEMEEFTYIVARN]
MY EURERIAE T — 5 U TR, BIERMF. BIES SR ERERIEZIT O T EE),

U
U

O

=<

75
R
il

TL— b, BEEEFTDICERER0 CT~25 CICRLTLIESEV. BRILIC(E 2 BREMIMHWETY .,
BT EROAER | BRIESNITRBRKT. 10FICHRUTIEEU,
#TEIEI&@*E*R (@I) .
(B)N'"JX MCP-1 (CCL2) 1ZE#m(CAFEUKZRIRICSEEDIEER * ZINZ AR L. Z2ERER
(5000 pg/mL) ZHBELTLZEV\. ZOEERIEESNIEFY NRT (C) BERCHELTLE
=L\ NIXBBERKDEFREECSRIZEV, *Ov MCKDBRKERINT DIENERDE
. BRICESHDIEEEZ RISV, FEE—HITY,

2 (pg/mL) 98.8 43.9 19.5 8.67 3.85 0

EHERR (uL) }/’ 200* }/’ 200* j/’ 200* j/’ 200* }/‘ 200* }/’ 200 —
EER (uL) 450 250 250 250 250 250 250 350

O EDEIREDIRERR

BiREIEEE

O JuAEHME 96 D)L —
O kel (EERRER. BS(ORDEED ) *x @
O 1K (FIURA  BETR 40 pLHRIK 10 pL) FE(HMEERR 50 uL * @
O [#B#. R0 C~25 C). 2BHERIG. FFE JOEIE)
0 (D)EATF ZAHEEH MCP-1 (CCL2JADRIR. IBRUK TafEE, ZRIELIZ(C)

BER T 100 fFICHBIRLUTLIZEV, BIREROARIE —IGPR(CTITS,
O el (EERRER. BSIORDREDT) * @D
O EAF>#EEH1 MCP-1 (CCL2) Hifk 50 pL * @
O |#B#. =R(20 C~25 C). 1 EEKRIE. 5B *QQ*®
o ) /\)I:7r¢/9“—t“‘\ - TEDRS %@aﬂﬁiFRoimﬂsbr (C) HBERT

100 fF(CARL TS ZEV\. AIRBROAR(IE_RISF(CITD,
O el (EERRER. BSIORDREDT) * @D
O NILAFSSH—E - FTESHEEY 50 pL * @
O 8. =R(20 C~25 C). 30 HExIE. BRE *QQ*®
O 534 E  (BERIRER. BECRERDE) 36

Vi X \

- §§1§fT?é?;(:;o%@(—= TMB H'EFR{tEhTWB C & &2 MR 100 L @
O [#8#, =820 C~25 C). 20 DEXIE. 88& *xQQ*Q
O Sie mecsomsecze e oL | *®
O |8 BESCER *
O BS(CIREERE (FRKE 450 nm. &iKE 620 nm : 600 nm ~ 650 nm)

BIRRET L — hEEAOBENSEZF v > ILUET

(x@) WEB(OHWFRZITIVICDEE. FOUSDLET 10 MEEEIRDERZELUFET . 4 BIEGTHE.

R=)\=FA)LEICTL— hEFES(CUTNERFRETR(CFEUE T HRRFERDFIR(TER
U TORDBREBES(CEUE T SRR ZEENRY NTHRINY 3BEORERZ (4300 HL/'jI) LT,
—. E_’J WE—E/E/@/}E}J_OD oD {EJ: Dj >>720D 1Eb\l__| < Td%%A(iﬁ¢/5Qﬁ/£@ 1D2&ELT ANLA
:‘:/9 ‘lZ‘FiA'#Zl tﬁm¢§@/%/$@§i 4 @%l_.] L//)ILJE_C 5~6 @(c_imb LT < 7::?‘_"(/\ jl/_ I\%E‘;%%%
L‘Eﬁﬁ@iﬁAo)}_tEK(; 5mL/3~25mL/5 (JXILDRICEDERDZET) T,
FE—RISEDVBIDFRDHI TILEID I A Z(SFEU TS,

(x@) #EHDOBEZI(F 600 rpm~1200 rpm-10 #RH. 3@,
(xQ) EHETEIL— I —ILEDEBBEL TS,

TL— b2 —)LHMRERZRN LT, #EEZTL— MICLTHDAIF T IZE0., —EFERL
27— b2—)LEBERA LBV T IZE0N,
15



LBIS Mouse MCP-1 (CCL2) ELISA Kit (AKMMCP1-011)

(*@) EXRYFA2IICEIDIRFIEAE [EXRYTa>T] OFEZZSRIIZE,

)

J9—0>—h
CRIES]
(FrE]
CRIER]) CRIER]
(Ov hES] (B2hEABR]
(&Z]
(Hma] L EX® Mouse MCP-1 (CCL2) ELISA Kit
SZANEm B | AKMMCP1-011 (Y63 — K] 637-54101
(55520 LBIS Mouse MCP-1 (CCL2) ELISA Kit
e (AKMMCP1-011, FUJIFILM Wako Shibayagi, Gunma, Japan)
(BREVEEE]
e = L e " = O
B ELT7MVLADI-INVERAEH
T377-0007 EFFHBEM)IIHAIR 1062-1 TEL.0279-25-0279 FAX.0279-23-0313
<E-mail>wksb-info@fujifilm.com <URL>https://www.fujifilm.com/wksb/ja
== = AY V4 = = A
AR5 =T 74V A M ERATH
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