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For Research Use Only. Not for use in diagnostic procedures.
Code No. 290-88101 (96 tests)

LBIS™ Mouse MCP-1 (CCL2) ELISA Kit

Please, read this instruction carefully before use.

1. 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. Like many chemokines, MCP-1 expression is induced by
inflammatory stimuli such as TNF-o 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. Furthermore, in obesity-associated adipose tissues, enhanced MCP-1
expression promotes the infiltration of monocytes/macrophages into adipose tissue, which is suggested to be involved in the
pathophysiology of insulin resistance. From these findings, MCP-1 has gained increasing attention as a therapeutic target
molecule for chronic inflammatory diseases such as metabolic syndrome.

This kit is a sandwich enzyme system for quantitative measurement of mouse MCP-1 (CCL2). This kit can 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.

2. Assay Principle

In FUJIFILM Wako Pure Chemical Corporation’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 TMB Solution 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.

3. Performance Characteristics

- Precision of assay (Within assay variation) - Reproducibility (Between assay variation)
2 serum samples, 5 replicates assay 3 serum samples, 4 days, 3 replicates assay
Samplel Sample2 Samplel Sample2 Sample3
n/AD (pg/mL) (pg/mL) Day/ID (pg/mL) (pg/mL) (pg/mL)
1 170 18.1 0 210 50.8 8.67
2 171 189 1 211 48.0 8.33
3 172 18.7 2 215 482 8.25
4 173 184 3 226 51.9 8.84
5 169 18.8 mean 215 49.7 852
mean 171 18.6 SD 72 1.9 0.28
SD 1.8 0.32 CV (%) 3.3 38 33
CV (%) 1.1 1.7
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- Recovery test (Standard mouse MCP-1 (CCL2) was added in 4 concentrations to serum or plasma sample and assayed.)
The recoveries were 95.0% - 104%.

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 25.7 - - 0 14.7 - -
25 50.7 25.0 100 25 405 25.8 103
50 755 49.8 99.6 50 66.5 51.8 104
100 124 98.3 98.3 100 115 100 100
200 223 197 985 200 205 190 95.0

- Dilution test (Serum sample and plasma sample were serially diluted by 3 steps.) The dilution curves showed linearity
with R*=0.9992 - 0.9998.
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4. Technical Tips / Precautions

+ ELISA can be affected by assay environment. Ensure that room temperature at places for assay operation and incubation
is strictly controlled at 20C - 25C. 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.

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

- 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.

- 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.

- 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.

- 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.

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

- Prepare a standard curve for each assay.

- For 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.

- Wear protective gloves, clothing, eye, and face protection.

- Avoid 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.

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

- The materials must not be pipetted by mouth.

- Do not use reagents with different lot numbers together.

- 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.

- Handle the sample with proper care, being aware that the sample may have an infection risk. This kit contains animal-derived
ingredients.
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- Residual samples and used tips should be sterilized before disposal.
- Dispose consumable materials and unused contents in accordance with applicable regional/national regulatory requirements.

5. Reagents supplied

Components Use Status Amount
(A) Antibody-coated Plate Use after washing. 96 wells/1 plate
(B) Mouse MCP-1 (CCL2) Standard Freeze-dried. Use after reconstitution. 1 bottle
(C) Buffer Ready for use. 60 mL/1 bottle
(D) Biotin-conjugated Antibody Freeze-dried. Use after reconstitution. 1 bottle
(E) Peroxidase-conjugated Streptavidin 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
(J) Plate Seal - 4 sheets

[Storage and Stability]

[(A) 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
2C - 10C.

[(B) Mouse MCP-1 (CCL2) Standard]

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] & [(F) TMB Solution]

Use only volume you need for your assay. Remaining reagents should be stored at 2C - 10C closing the cap tightly. Once
opened, we recommend using as soon as possible to avoid influence by environmental condition.

[(D) Biotin-conjugated Antibody]

The reconstituted (D) solution should be used within 2 weeks if stored in a refrigerator. Dispose the remaining diluted

working solution.

[(E) Peroxidase-conjugated Streptavidin Solution]

Remaining working solution (already diluted) should be disposed. The rest of the undiluted solution (unused) : close the cap
tightly and store at 2C - 10C. 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 2C - 10C.

[(I) Wash Solution (10%)]

The rest of undiluted solution (unused) : close the cap tightly and store at 2C - 10C. Dispose any remaining diluted buffer.

6. 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 10 L -
100 1L precisely, and another for 100 #L - 1000 x L. [ ]Syringe-type repeating dispenser like Eppendorf multipette plus which
can dispense 100 L. [ ] Paper towel to remove washing buffer remaining in wells. [ | A vortex-type mixer. [ ] A shaker for
96 well-plate (500 rpm - 1200 rpm) [] An automatic washer for 96 well-plate (if available), or a wash bottle with a jet nozzle.
[ 1A 96 well-plate reader (450 nm *+ 10 nm, 620 nm : 600 nm - 650 nm) [] Software for data analysis.

7. Preparation of Samples

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

+ We recommend using EDTA-2Na, EDTA-2K or heparin as anticoagulant.

- Samples should be immediately assayed or stored below -35C until assay. Before starting assay, shake thawed samples

sufficiently. Do not repeat freeze-and-thaw cycles.

- Centrifuge the sample to remove turbidity or insoluble matters where necessary before use for the assay.

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

- Dilution of a sample should be made in a PP or PE test tube using (C) Buffer prior to adding them to wells.

8. 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.

—3/16 —



[Concentrated reagents]

[(B) Mouse MCP-1 (CCL2) Standard]

Reconstitute the (B) Mouse MCP-1 (CCL2) Standard with purified water in the amount specified in "Reconstitution of

standard" *to prepare a original standard solution (5000 pg/mL).

Then prepare using the kit-attached (C) Buffer that has been allowed to warm up to room temperature.

% Please confirm "Reconstitution of standard”" from this product page. Since the amount of purified water added varies by
lot, please be sure to check each lot.

Below is an example of preparing each standard solution.

Volume of standard solution (C) Buffer Concentration

Original standard solution 50 u L 450 uL 500 pg/mL
500 pg/mL solution 200 uL 250 uL 222 pg/mL
222 pg/mL solution 200 uL 250 uL 98.8 pg/mL
98.8 pg/mL solution 200 uL 250 uL 439 pg/mL Standard Curve
439 pg/mL solution 200 uL 250 uL 195 pg/mL
19.5 pg/mL solution 200 uL 250 uL 8.67 pg/mL
8.67 pg/mL solution 200 uL 250 uL 3.85 pg/mL

Blank 350 uL 0

Deionized water
(distilled water)
o0 L

Original solution

Concentration 5000 p g/mL

50 uL 200 L 200 L 200 pL 200 L 200 uL 200 uL
Buffer Buffer Buffer Buffer Buffer Buffer Buffer
450 pl 250 L 250 pL 250 uL 1250 uL 1250 pL 250 uL
CEERIBIOR ooy 222 98.8 439 195 8.67 3.85

pg/mL

[(D) Biotin-conjugated Antibody]

Add 100 4L of deionized water (or distilled water) of room temperature to (D) Biotin-conjugated Antibody (Freeze-dried)
(Original (D) solution). Prepare working solution by dilution of original (D) solution with the (C) Buffer to 1 : 100. 10 mL
of the diluted solution is enough for 96 wells.

[(E) Peroxidase-conjugated Streptavidin Solution]

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

[(I) Wash Solution (10%)]

Dilute 1 volume of the concentrated (I) Wash Solution (10%) to 10 volumes with deionized water (or distilled water) to
prepare working solution. Example : 100 mL of concentrated (I) Wash Solution (10x) and 900 mL of deionized water (or
distilled water).
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9. Assay Procedure
Remove the cover sheet of the Antibody-coated Plate after bringing up to room temperature.
(1) Wash the (A) Antibody-coated Plate by filling the wells with washing buffer and discard 4 times (*(D), 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 to the sample wells, and then add 10 uL 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 20T - 25C.
(6) Discard the reaction mixture and rinse wells as step (1).
(7) Pipette 50 uL of Biotin-conjugated Antibody solution to all wells and shake as step (4).
(8) Stick a Plate Seal (*®) on the plate and incubate the plate for 1 hour at 20C - 25TC.
(9) Discard the reaction mixture and rinse wells as step (1).
(10) Pipette 50 uL of Peroxidase-conjugated Streptavidin Solution to all wells and shake as step (4).
(11) Stick a Plate Seal (*®) on the plate and incubate the plate for 30 minutes at 20T - 25C.
(12) Discard the reaction mixture and rinse wells as step (1).
(13) Pipette 100 uL of (F) TMB Solution to wells and shake as step (4).
(14) Stick a Plate Seal (*®) on the plate and incubate the plate for 20 minutes at 20C - 25C.
(15) Add 50 #L of the (H) Stop Solution to all wells and shake as step (4).
(16) Measure the absorbance of each well at 450 nm (reference wavelength, 620 nm (*@)) immediately using a plate reader.
% Refer to 12. Summary of Assay Procedure for notes on *@, *@, *®), *@, and *®).

10. 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

1.000

Abs.450/620nm

0.100

0.010
1 10 100 1000

Mouse MCP-1{pg/mL)
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11. 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 Biotin-conjugated Antibody, Peroxidase-conjugated Streptavidin Solution, or
TMB Solution might not be added.
3) Wrong reagents related to coloration might have been added. Wrong dilution of Biotin-conjugated Antibody or
Peroxidase-conjugated Streptavidin 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 chromogenic substrate reagent soon after taking out from a refrigerator might cause poor coloration owing
to low temperature.
- Blank OD was higher than that of the lowest standard concentration (3.85 pg/mL).
Possible explanations :
Improper or inadequate washing. (Change washing frequency from 4 times to 5 - 8 times at the constant stroke after the
reaction with Peroxidase-conjugated Streptavidin 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 96 well-plate is empty when I opened the box.
A-2 : As this kit is dried type, not preservation stabilizer is added.

12. 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 back to 20°C - 25°C for 2 hours.
[ (1) Wash Solution (10x) must be diluted to 10 times by deionized water (or distilled water) that returned to 20C - 25T.
[] Standard solution dilution example
Reconstitute the (B) Mouse MCP-1 (CCL2) Standard with purified water in the amount specified in "Reconstitution of
standard" * to prepare a original standard solution (5000 pg/mL).
Then prepare using the kit-attached (C) Buffer that has been allowed to warm up to room temperature.
% Please confirm "Reconstitution of standard" from this product page. Since the amount of purified water added varies
by lot, please be sure to check each lot.

Preparation of diluted MCP-1 (CCL2) standard solutions :

Conc. (pg/mL) 500 222 98.8 43.9 195 8.67 3.85 0
50

Std. sol. (uL) }/’ 200* }/’ 200* }/’ 200* }/’ 200" }/’200* }/’ 200 —
Buffer (uL) 450 250 250 250 250 250 250 350

*One rank higher standard.
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Antibody-coated Plate

| Washing 4 times (*@), (*®)

Samples (diluted sample : Buffer 40 L + Sample 10 #L), or Standards 50uL
| Shaking (*®), Incubation for 2 hours at 20C - 25C. (Standing (*®))

Add deionized water (or distilled water) of room temperature to (D) Biotin-conjugated Antibody (Freeze-dried)
(Original (D) solution). Prepare working solution by dilution of original (D) solution to 1 : 100 with the (C) Buffer
returned to 20T - 25C. (This should be prepared during incubation.)

| Washing 4 times (@), (*®)
Biotin-conjugated Antibody solution (Diluted) 50 uL
| Shaking (*®), Incubation for 1 hour at 20C - 25C. (Standing (*®))

Dilute Peroxidase-conjugated Streptavidin Solution to 1 : 100 with the (C) Buffer returned to 20C - 25C.
(This should be prepared during incubation.)

| Washing 4 times (*©), (*®)

Peroxidase-conjugated Streptavidin Solution (Diluted) 50 uL
| Shaking (*®2), Incubation for 30 minutes at 20C - 25C. (Standing (*®))

| Washing 4 times (*@), (*®)

TMB Solution

After dispensing, the color turns to blue depending on the concentration. BT
| Shaking (*@), Incubation for 20 minutes at 20T - 25C. (Standing (*®))
Stop Soluti

op Solution 50 4L

After dispensing, the color turns to yellow depending on the concentration.
| Shaking (*®@), Immediately shake.

Measurement of absorbance (450 nm, Ref 620 nm (*@)) immediately.
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 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 pipettes, sometimes the background tends to be high. If so, change washing
frequency from 4 times to 5 - 8 times at the constant stroke after the reaction with Peroxidase-conjugated Streptavidin
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 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.

* (4 600 nm - 650 nm can be used as reference wavelength.
% (5 After removal of wash buffer, immediately dispense the next reagent.
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Assay Worksheet

13. 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 less
than optimal assay performance caused by storage environment.

LBIS™ Mouse MCP-1 (CCL2) ELISA Kit

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

[Package] For 96 tests

[Cat #] 290-88101

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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Code No. 290-88101 (96EA)

LEZ™ Mouse MCP-1 (CCL2) ELISA Kit
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Samplel Sample2 Samplel Sample2 Sample3
D (pg/mL) (pg/mL) Day/ID (pg/mL) (pg/mL) (pg/mL)

1 170 18.1 0 210 50.8 8.67

2 171 189 1 211 48.0 8.33

3 172 187 2 215 432 825

4 173 184 3 226 51.9 8.84

5 169 18.8 mean 215 49.7 852

mean 171 18.6 SD 72 1.9 0.28

SD 1.8 0.32 CV (%) 33 38 33

CV (%) 1.1 1.7
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5. Hikin
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(B) Mouse MCP-1 (CCL2) Standard
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m)%g% 20 FHH 60mL 1 4
D) Botin-conjugaicd Antibody BRAEHE MRS + AL 1k
Tk PR ot 2R
(F) $ﬁg %f);gtion Z0F FHA 12mL /14
(H)Eﬁéﬁgm 0¥ T 12mL /1A
(1) (v;?;l% S?itétixo; (10x) FH Al 100mL /1 4
(J) Plate Seal - 45

[# ATk L A7 L)
(A) PiFEHIET L — T

REHPRFEMALA N v 7Yy Ty =8y 7R L, €0 FF 2C~ I0CTRIEL TF S,

(B) =% A MCP-1 (CCL2) ks,

R BLK &2 N 2 AL U 72 BREE 5080 2°C ~ 10C CRRAE Ly 2 B BAPICAET U CF & v Al C A B B L 72 S AR e i

WITEHIHEHA L, BRI LAV TTF S v,
(C) Bl (F) TMB ik

—HOBEHE M T HBREALERL VDL ZOOREZHOFEHICHL, R IRRICKIZVTEDIZHEEZ LoD LMD,

2C~10CTHRAFL TT S\,
(D) ¥ F U RiaHiH

RBUK &2 N 2 AL L 72 € F Ui G PRI 2C ~ 10C THRAE L 2B DIAICAE L TF S vo #RAHE AR L

TERIEE BT L, BRIFIE LRV TTF S W,
(E) "VFXRVF—BHB/AMVT P TEY VIBR

Fo e fHE U THEMNT ABIEAREFICHEE X D) M UAFHERL, R0 OFHIEERICRK S 2WVWTHEHSLIZHEZ Lo b

D&MD, 2C~10CTHRAFL TF &V KD ORRBEAMBIIFERE L TT S\

(H) Behfst ki

D 2473 25813, 2 Lo EMD. 2C~ 10CTHRIFL TF S v

(1) kg (10x)

P (10x) ZBAF3 2581, #2 Lo h LMD, 2C~ 10C THRAF L TF S o EHFR YD OFARGE ATEEBIIBETE L

TT 3wy

6. v PUAHTHEICBEERE OF v 2 A+

(ISR GRRK) LIEBRss DstmafUnes . OF v 7~y b (10 uL ~ 100 L K U 100 uL ~ 1000 «L % 1E
FEICIRINTEZ 25 0) [HEHESMTEERY b OR—8—F F V5 (FRiRIEH)
e 92 G 500rpm ~ 1200rpm) 17 L — MHBEEE (HUIFF L) F@MEHey O — b —%— (450nm

= 10nm/620nm : 600nm ~ 650nm) (17— EIHEHY 7 b =7

7. B OB

B RMICRE T 5551, —35CUT TORRREZHER L 9. M &L OBURRARIIE T TT S vo JU L2tk

(32 (Vortex 7 4 )

ZE T HEFNSHR LAEDIHIE L TT S ve 72, MIEE RN 2583 HFRHERE LTHFS v,

s BRARIERIPE VRIS X OHRICL . 208k L 72~ 7 A i J OV

- MAEFR M OPLEEEF 121, EDTA (7213~ 8) ) 2HfERLE T,
- I3 70l 1) R0 46 [ et ) 25 2 A 37 B B IZ TR RE 2 L T F S\

I L 22 AR R IR E AR IS D T T S v,

- ) L OARNEN O B B BARIGE OO TRERIEICH T S v,
- WIEWHOREEED LUK, F—REKICBWT, 85 2 R4 ¥ b EORBETHPEMRE 2 MR L TF S v,
- BEERRT 25613 H 52 LoRERE (PP. PE) 2 HWT (C) HEMCARLAE Y 2 VIZHELTTF SV,
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8. MEE DR

*F v FORBEIIMHFIL TR (20C~25C) IRLTFEWw QKEHMSHEZTY),

¥5. C [Z0EFMM] LdH2REILEKTOETIORBTHATE I, NEMBRMEH] THREEH] £H2 b0
WTITRIOEHTHELTT S v,

* PRI E G2 REZ R LTS v,

[ & M- o A
(B) =9 A2 MCP-1 (CCL2) EEiefh 5 Wt ek
(B) ¥ A MCP-1 (CCL2) it IR #KE [HEHE N EEORENZ OV T (SRR R 20 2 30 L, R 55
(5000pg/mL) ZFHELTTF IV, ZOHBRERMLINAF Yy MR (C) AR THEL TF 3w,
* [REHE G EGEOREIZOWT] 3, ABHFR=V I DAL TFS W, Oy MIXDBEKZRMT 2 E8% 5720,
PFay NTEICTHRET v,
TR —BITI,

R O = (C) M =L (pg/mL)
REHE R - 50 u L 450 uL 500
500pg/mL ¥ © 200 uL 250 uL 222
222pg/mL ¥ 0 200 uL 250 uL 98.8
98.8pg/mL & © 200 uL 250 uL 439 . i
e et MR E R
439pg/mL & © 200 uL 250 uL 195
19.5pg/mL ¥ : 200 uL 250 uL 8.67
8.67pg/mL & - 200 uL 250 uL 3.85
Blank 350 uLL 0
FEHIK
eomL
AR
HEEE 5000 pg/mL
50 uL 1200 pL 200 L 200 L 200 pL 1200 pL 200 pL
BEm REw BEE EER BER BER REE
450 pl! 250 uL 250 pl 250 uL 250 L 250 pL 250 pL
SRR
CgimL 500 222 98.8 43.9 19.5 8.67 3.85

(D) €4 F Uit
FROK 100 uL 2 MWL, (C) MM T 100 F5ICAHRL TTF S v,
(E) RVAFRTF—ERAA VT T EY VIR
(C) MM T 100 FHZARL TF S v
(I) Pk (10x)
Wi (10x) ZRifb S 7Rk A TLORFICARLTT S v,
B+ 100mL OFEFHE (10%) + 900mL DORFEIK (FFHAK) (96 7 = VETEHHT 556
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9. M ERIELE

PERTEZ IR 2 WICRICIET 2B 2N D > THE LTI & W,

1) o LOPBUEWE LY 2 VWL, 40P (x@) LEFT. TOH%. R=N=FF VAR EDLETTL— b
FHEIZL, BLIPEDITEEHIZLTY 2 VIR 2 ZI) B & 9,

(2) FEHEGHSE 7 2 VA KIS O RSN A % 50 ul $ oL 9,

(3) MefkE ™ = Wiz (C) ERE 40 ul TO57EL. S HITHEE 10ul $2o5 L3,

4) =4 z7ua7L—MREIBREZHOTHE (x@) LIT,

B) L=t y—=EEED (@), Fi (20C~25C) T2 HMEEL I,

(6) BT 2 OB 2 35 TR 2 47 = VIZi7z L4 ks (D) LET. TOBANR—IN—=FF VAR EDLTT L —
F2giSiZl, BAMEDIFLLHICL Ty o VIR 22 ) & 9,

(7) %7 2 VIZRB L2 EF F VEAPUREIZ 50ul $O0ELET. v4 270 7L — MRE D B EZHWTHEE (@)
LET,

&) FL—bty—nziEY (x®@). Fifl (20C~25C) T1HFMEEL I,

(9) BUBHET 5 BB Z 3 TR A 257 = VI L4 e (x@) LEJT. ZOH R—N—=FF VAR EDLTT L —
FEMIIZL, BLIPEDITLIHICL T 2 VIR 2z B & 9,

(10) B 2 VICHBL72R~LVAF V¥ —EREA ML T M TEY VA S0uL T2 LE T, ¥4 27a7L— MEE S5
HEERCTHEE (@) LET.

(1) L=t y—nziEy (@), Filh (20C~25T) T30 45 HEEL T,

(12) BUSHET % OB 2 3 TR 2 &7 = VIZii7- L 4 Bk (@) LET. TOBAN—NX—FF VG DO LTS L —
FP2HSIZl, BAMEDIFLEIHICL T o VIIER -2z B E T3,

(13) % = VIZ TMB##Z 100 uL $¥2o0 3 LT, v4 270 7L — MEEIBLAEZHVTHERE (x@) LIT,

(14) L=ty —=nNEEEY (@), Fii (20C~25C) <20 5MEELE T,

(15) &7 2 VISR % 50 ul 05 L. sz kL 5,

(16) #E (@) . EHIZ~A 7107 L— MESLEE T 450nm (F19%F 620nm) TOWSEEZRIE L 3, BEER
600nm ~ 650nm DOHFMPHCHIHTE T3,

(x@), (@), (@) 1, 12 WETMEME L F 2> 7Y A M EITBHT S0,

10. FH5

(1) W ER L £ X 28 EiRE (pg/mL). Y iz UOtEOMER 7 7 7 Z2/E L TTF S\,

(2) MEMRIY. (E&R) MEROWOLE G T 22 (pg/mL) ZiAMY T3, GiAllo 7R IR IR Z J UillEE
ELFEY, (BRI EERICEY $9.)

F AR DWW EE AR ERBOGEE & D A7 E1E (C) FRERIC TEUMHERICHE LHEIEL FER L TF v,

¥ V2 —FY T FNTOEFUITIE, 3SIRETEAN, 4 /2035859 A= —DfliHZBEDHLF T,

10.000

1.000

Abs.450/620nm

0.100

0.010
1 10 100 1000

Mouse MCP-1(pg/mL)
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1. ’S TNV a—F4 v 7L Q&A

- FRTOY 2 )V TORIEHTH N

FHRELTEZOBNDZ L,

1) B RLHA D A UE.

2) 5t B B IO ANE N,

3) SO B A IRSRET O # 2 R A R AN R

4) FBERHEROE A,

5 Fv MREFREORE O LGE

6) 7L — b DBFN L 2k

7) TMB A OTE DD - 720

- R/ MEMEEIRIE D ODEL ) 75 > 7 ODAE L %,

FHERELTEZONDZE - - - REDPAEL, AEETH -7,

- ERE (CV) BREW

FHRELTEZONLZ &,

D) PR Y, ANEETH -7,

2) RS RIS, MAROBIEIATES TH o 72 (BERAROBITIIFEHITIT> TFE W),
3) ¥Ry T4 Y ITBIEN—E TR R0 T,

Q1 Fy MINELTCHHTEZENTEETN?

Al:TEFT, HHLEVT L= RV Ty =8y ZIZR L, GEEICEE L TFE W,
cQ2: L= 1P ZHOHE LY 2 VOFIEBRBAS TWEBATLLSHESL ) THAD?
A2 ED DV FEA 2OFy NIWBET L1374 TE % o>TED T,

12. W TR E F 2 v 7Y A b

PR IE 2 —5t U ORIRSME, B, W5k 2 MR e E 2 T o TR S v
L7V — b, SREEHZ AR (200~ 25C) IZRLTFE v HimfbiZid 2 BHALZE T,
LI oA il S 7R RK T 10 F5ICHRL TF S v

LIS o/mR (F)

(B) =7 A MCP-1 (CCL2) BEH#EMITHBKZ [HMERER O BEIT OV C ) ISRBMOME R 2 N2 B L. BT

(5000pg/mL) ZFHEL TF SV, TOBRFEMALINZF Yy MEHO (C) HEH THEL TF S v,

* PRGN - X0 [BEGEEORBIZOWT] 2B LTSV, Oy MIXVHBRREZRMT 2BV RL 5720

BF Iy b TEIZTHERET Eve TRUE—BIT Y,
= =E (pg/mL) 50 98.8 43.9 19.5 8.67 3.85 0

R EERR (L) }/’ 200* }/’ 200* }/’ 200*}/’ 200* }/’ 200* }/’ 200 —
Bl emm () 450 250 250 250 250 250 250 350

O EDRIREDRERR
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FERETE R

O YUkREMILT L — b
(0 Ik 4 (REREREE. 5B ISKRORIEE) * (D
) mefR (RBRBRE R 40 uL + MR 10 uL) X 7213 AR HE A 50 uL
O L. € (200~ 25C). 2 KRR S, #HE *Q%®
[}(D)Eif>%ﬁﬁ¢®ﬁﬁoﬁ@*f§%%\iﬂ%tt(C)ﬁ@ﬁfﬂW%KﬁﬁLfTéwo
B O ENLHE — BUSHICAT ) o
O] 4 sk 4 W (BEERRR 21, BB ICRORIETE) * (D
(1 e F U GPuRER 50 uL
0 L ## il 20C~25C). 1 KERMBUG. #hE *@*Q®
[](E)Nwﬁ#vﬁ—ﬁﬁﬁxbv7h7eyy§ﬁ@%ﬁo%ﬁwbt(c)ﬁ%ﬁfum%K%ﬁLTTéwo
RO T EIIE Z FOSHIZAT ) o
O 4ok 4 ol (BEERRER 2. B ICRORIEFTE) *(D
0 AVFFTF—EHEAMNLT T ED VBT 50 uL
O LR € (200~ 25C). 30 4 MIBUs. i *Q %3
O] sk 4| (BRRBRE . 15512 TMB #E5E) * (D
. TD{{B iﬁﬁ; TMB LS h TV 5 2 & &R 100 4L
STER. REICL ) HFORICES
O L. €l (20T~ 25C)., 20 IS, #fiE *@%3
O ﬁ@%&& SREETEICD X Ik 50 4L
MER. IREEIC X ) WBmIE S
OV 8E GEBICHE) *(2)
]

HHICWOEENE (FEPE 450nm. Fl9% 5 620nm : 600nm ~ 650nm)
AR 7L — MEROHENEEZ Yy eV LT T

(%@) WHEBICHHEEZ2 Y 2 VIZGEER, FOUOSOETIOMIZERIIRYEREL T3, 4 MHEHELRGEER, X—/—2F N
RV = 2@ SIS L O &SR S ICHBE L E T, RFEREBROEZRICER L CROBREAEHICHEL T
o T EERY P TRIMT 2BOHBEHLIE300uL /7 VT, H— B/MIEERIRED ODELY 75~
7 ODEASE L B A E RN ED 1D LT, RVFF I F—EREEGA N7 b7 E Y VIEE & BUGH OB £
AW ZFECHETS ~6 [ICHRL L TFSv, 7L — MEERIHHOSEEOET B4 5mL /4~ 25mL 4 (/
ANVOBEIZLYRLD FT) TI,
E—FBBOME OGO AT 2 VO & IITEZLTT 2 v,

(@) 3o H%13 600rpm ~ 1200rpm-10 &/, 3 [,

(@) WHRTHTL—F Y —VEIEDHELTT SV,
T — b= Vi RERE ST, EmE 7L — MINC LT TR v, —EfA L7V — by —IVid

FHLEVWTTFEW,
T—rv—hk (#)
Strip 1&2 Strip 3&4 Strip 5&6 Strip 7&8 Strip 9&10 Strip 11&12
A Std.500pg/mL Mok 1 et 9 Tk 17 Hefh 25 Fefh 33
B Std.222pg/mL Toefhs 2 HefE 10 Tk 18 Hefk 26 etk 34
C Std.98.8pg/mL ek 3 Mok 11 Mok 19 Tk 27 Tk 35
D Std.439pg/mL Motk 4 FeAk 12 ek 20 Tk 28 Tk 36
E Std.19.5pg/mL ek 5 FeAk 13 etk 21 Tk 29 Ttk 37
F Std.8.67pg/mL etk 6 Fefhk 14 Motk 22 ek 30 ek 38
G Std.3.85pg/mL Motk 7 Fefk 15 Motk 23 Tk 31 e 39
H 0 etk 8 Fefhk 16 Motk 24 Fefh 32 ek 40
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T—=2¥—F

13. % v t D47 & IR
Fv MI2C~1W0CTHRAELTEF SV (SRS . MHBIROMBE7-REIIFH L 2T T v, B L-ER_EIOEFL

Tid, RERBICX VB2 2T TREYSH ) TTOTROOTHHZIEIEL £

(e 4]

G

[z %] CEIAED!
[2vy 5] [ FHARR]
(%]

[B5 4] L 2™ Mouse MCP-1 (CCL2) ELISA Kit
[fidtz—F]  290-88101

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

| (IFRES 2T ~ 10C1iAf

(425 P 1 BR ] F NROVIZELHR

[@w2k] 96 |

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