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. BACKGROUND

The mouse JE gene was originally described as a platelet-derived growth
factor-inducible gene in mouse fibroblasts (1). The protein encoded by mouse JE was
found to belong to the large CC chemokine family of inflammatory and
immunoregulatory cytokines. Among CC chemokine family members, JE is
functionally and structurally most closely related to the MCP/eotaxin subfamily of
proteins. Within this MCP/eotaxin subfamily, five human (MCP-1, 2, 3, 4 and eotaxin)
and four mouse (JE/MCP-1, MARC/MCP-3, MCP-5, and eotaxin) proteins have been
identified (1-3). At the amino acid (aa) sequence level, mature human MCP-1 shows
55%, 59%, and 66% identity with the analogous regions of mouse JE, MARC, and
MCP-5, respectively (1-3). Although JE has been presumed to be the mouse homolog
of human MCP-1 (3-6), the more recently isolated mouse MCP-5 is actually more
homologous and may be considered to be a second human MCP-1 homolog (7).

Mouse MCP-1 cDNA encodes a 148 aa residue precursor protein with a predicted 23
aa residue signal peptide that is cleaved to generate a putative mature protein of 125
aa residues (1-3). Compared to mature human MCP-1, mouse MCP-1 has a 49 aa
residue carboxy-terminal extension that is rich in serine and threonine residues.
Recombinant MCP-1 expressed in CHO cells (2) as well as natural MCP-1 purified
from mouse astrocytes (4, 10) and a mouse thymic epithelial cell line (8), were shown
to be approximately 30 kDa glycoproteins with multiple O-linked oligosaccharide
chains added to the 49 aa residue C-terminal domain. Nonetheless, the natural form
of MCP-1 produced by virus-stimulated mouse L929 fibroblasts occurs as a
non-glycosylated 7-8 kDa protein that lacks the C-terminal domain (12). The
carboxy-terminal domain has been found not to be required for mouse MCP-1 activity.
Besides fibroblasts, astrocytes and epithelial cells, mouse MCP-1 has been found to
be expressed in macrophages (4, 9), mast cells (7), endothelial cells (7), osteoblasts
and ameloblasts (11). The expression of mouse MCP-1 is induced after stimulation
with inflammatory stimuli including viruses, LPS, and cytokines such as TNF-a, IL-1,
IFN-y, and PDGF (1, 3, 4, 12, 13).

Mouse MCP-1 is a potent chemoattractant for monocytes/macrophages and
lymphocytes (3, 4, 13, 17). It has also been shown to be involved in the regulation of
Th1/Th2 lymphocyte differentiation, enhancing Th2 development by increasing IL-4
production and inhibiting IL-12 production (18-21). The activities of mouse MCP-1
have been shown to be mediated by the mouse CC chemokine receptor CCR2, a G
protein-coupled, seven transmembrane domain receptor (6, 14, 15). Mouse CCR2
cDNA encodes a 373 aa residue protein that shows the highest (80%) overall identity
at the aa sequence level with the human MCP-1 receptor, CCR2B (14-16). The gene
for mouse CCR2 has been mapped to mouse chromosome 9, in close proximity with
mouse CCR1 and CCR3. High levels of mouse CCR2 expression have been detected
in monocytes/macrophages.



I. OVERVIEW
A. PRINCIPLE OF THE ASSAY

This assay employs the quantitative sandwich enzyme immunoassay technique. An
antibody specific for mouse MCP-1 has been pre-coated onto a microplate. Standards,
control and samples are pipetted into the wells and any mouse MCP-1 present is
bound by the immobilized antibody. After washing away any unbound substances, an
enzyme-linked antibody specific for mouse MCP-1 is added to the wells. Following a
wash to remove any unbound antibody-enzyme reagent, TMB substrate
(Chromogenic agent) is added to the wells and color develops in proportion to the
amount of mouse MCP-1 bound in the initial step. The color development is stopped,
and the intensity of the color is measured.

B. LIMITATIONS OF THE PROCEDURE

¢+ FORRESEARCH USE ONLY. NOT FOR USE IN DIAGNOSTIC ROCEDURES.

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

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

+ |f samples generate values higher than the highest standard, dilute the samples
with Calibrator Diluent RD5-3 and repeat the assay.

+ Any variation in operator, pipetting technique, washing technique, incubation time
or temperature, and kit age can cause variation in binding.



lll. ADVANTAGES

A. PRECISION

Intra-assay Precision (Precision within an assay)

Three samples were tested twenty times on one plate to assess intra-assay precision.

Inter-assay Precision (Precision between assays)

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

precision.
Intra-assay Precision Inter-assay Precision
Sample 1 2 3 1 2 3
Mean (pg/mL) 36.7 51.8 149 37.8 60.0 155
Standard Deviation 1.45 1.40 3.66 2.85 4.37 7.86
CV% 4.0 2.7 25 7.5 7.3 5.1

B. RECOVERY

The recovery of mouse MCP-1 spiked to three levels throughout the range of the

assay in various matrices was evaluated.

Sample Type Average % Recovery Range (%)
Cell culture media (n=4) 105 95-112
Lysis buffer (n=4) 88 79-101
Mouse serum (n=4) 91 83-100
Mouse EDTA plasma (n=4) 84 75-93
Mouse heparin plasma (n=4) 93 80-101

C. SENSITIVITY

Twenty-two assays were evaluated and the minimum detectable dose (MDD) of
mouse MCP-1 ranged from 0.151-0.666 pg/mL. The mean MDD was 0.304 pg/mL.

The MDD was determined by adding two standard deviations to the mean optical

density value of twenty zero standard replicates and calculating the corresponding

concentration.




D. CALIBRATION

This

immunoassay

recombinant mouse MCP-1 produced at R&D Systems.

E. LINEARITY

is calibrated against a highly purified E.coli-expressed

To assess the linearity of the assay, different samples were containing or spiked with

high concentrations of mouse MCP-1 and diluted with Calibrator Diluent RD5-3 to

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

Cell cult M Mouse
ell culture ouse
Lysis buffer Mouse EDTA| heparin
supernates® (n=4) serum |
n= | =4)| plasma
(n=4) (n=4) plasma (n=4)
(n=4)
Average %
105 99 96 96 107
1-o |of Expected
Range (%) | 102-107 95-108 94-99 93-104 104-109
Average %
110 102 101 102 111
1:4 |of Expected
Range (%) | 106-116 94-107 97-109 101-105 104-116
Average %
109 109 105 107 104
1-8 |of Expected
Range (%) | 105-113 103-116 100-116 100-110 98-110
Average %
115 119 106 107 108
1-16 |of Expected
Range (%) | 107-125 113-124 101-116 104-112 102-119

* Samples were diluted prior to assay.

F. SAMPLE VALUES

Mouse serum/plasma - Samples were evaluated for detectable levels of mouse
MCP-1 in this assay.



Mean Range Standard
(pg/mL) (pg/mL) Deviation (pg/mL)
Mouse serum (n=10) 114 64.5-216 44.7
Mouse EDTA plasma (n=10) 76.6 42.5-116 23.8
Mouse heparin plasma (n=10) 96.6 72.2-154 259

Cell Culture Supernates:

C2C12 mouse myoblast cells were cultured in DMEM and supplemented with 10%
fetal bovine serum until confluent. The cells were then washed with PBS and allowed
to grow in DMEM supplemented with 5% equine serum for 5-7 days with media
changes every other day. Once the cells were 50% differentiated, they were untreated
or treated with lipopolysaccharide (LPS) for 3 days. Aliquots of the cell culture
supernates were removed, assayed for levels of mouse MCP-1, and measured 2359

pg/mL and 11993 pg/mL, respectively.

J774A.1 mouse reticulum cell sarcoma macrophage cells were cultured in RPMI and
supplemented with 10% fetal bovine and 2 mM L-glutamine. Cells were untreated or
treated with LPS for 3 days. Aliquots of the cell culture supernates were removed,
assayed for levels of mouse MCP-1, and measured 8430 pg/mL and 34717 pg/mL,

respectively.

Tissue Culture Supernates - Mouse splenocytes were homogenized and cultured in
RPMI 1640 supplemented with 10% fetal bovine serum, 2 mM L-glutamine, 100 U/mL
penicillin, and 100 pg/mL streptomycin sulfate and incubated for 2 days. An aliquot of
the cell culture supernate was removed, assayed for mouse MCP-1 and measured
24.7 pg/mL.

Tissue Lysates - Mouse lung tissue was rinsed with PBS and placed on ice. PBS
was poured off and 10 mL of ice-cold lysis buffer with protease inhibitors was added.
Tissue was homogenized with a polytron homogenizer with 2 x 5 second bursts on ice.
Samples were centrifuged at 2000 rpm for 5 minutes. Quantitation of sample protein
concentration using a total protein assay is recommended. 50 ug of the tissue lysate

was removed, assayed for mouse MCP-1, and measured 26.8 pg/mL.




G. SPECIFICITY

This assay recognizes natural and recombinant mouse MCP-1.

The factors listed below were prepared at 50 ng/mL in Calibrator Diluent RD5-3 and
assayed for cross-reactivity. Preparations of the following factors prepared at 50
ng/mL in a mid-range mouse MCP-1 control were assayed for interference. No

significant cross-reactivity or interference was observed.

Recombinant mouse: Other recombinant:
Eotaxin MIP-1a human MCP-1
MARC MIP-183 rat MCP-1
MCP-2 MIP-1y
MCP-5 MIP-3a
IP: MAB479
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Conditioned media from J774A.1 and C2C12 cells left untreated or treated with LPS
for 72 hours were analyzed by immunoprecipitation Western Blot and Valukine ELISA.
Conditioned media was immunoprecipitated using Rat anti-Mouse CCL2/JE/MCP-1
(R&D Systems®, Catalog # MAB479). For Western Blot, samples were resolved
under reducing SDS-PAGE conditions, transferred to a PVDF membrane, and
immunoblotted with Goat anti-Mouse CCL2/JE/MCP-1 (R&D Systems®, Catalog #
AF-479-NA). The immunoprecipitation Western Blot shows a direct correlation with

ELISA value for these samples.



IV. EXPERIMENT

EXAMPLE STANDARD

The standard curve is provided for demonstration only. A standard curve should be
generated for each set of samples assayed.

(pg/mL) 0.D. Average Corrected
0 0.007 0.007 —
1073 0.007
7.81 0.056 0.057 0.050
0.057
- 15.6 0.100 0.101 0.094
EI 0.101
K] 313 0.196 0.199 0.192
T 0.202
z 62.5 0.365 0372 0.365
o 0379
125 0.702 0.709 0.702
0.715
001 250 1';‘%3 1326 1319
! 0 10 1000 500 2.274 2.2% 2289
Mouse MCP-1 Concentration (pg/mL) 2317




V. KIT COMPONENTS AND STORAGE

A. MATERIALS PROVIDED

for reconstitution volume.

Parts Description Size
96 well polystyrene microplate (12 strips of 8
Mouse MCP-1 POSY g ( P
wells) coated with an antibody against mouse 1 plate
Microplate
MCP-1.
Mouse MCP-1 An antibody specific for mouse MCP-1 1 vial
via
Conjugate conjugated to horseradish peroxidase.
Recombinant mouse MCP-1 in a buffered
Mouse MCP-1
protein base; lyophilized. Refer to the vial label| 2 vials
Standard

Recombinant mouse MCP-1 in a buffered

protein base; lyophilized. The assay value of the

Concentrate (25x)

surfactant.

Mouse MCP-1 Control 2 vials
control should be within the range specified on
the label.
Assay Diluent RD1W | A buffered protein base. 1 vial
Calibrator Diluent A buffered protein base used to dilute standard  vial
via
RD5-3 and samples.
Wash Buffer A 25x concentrated solution of buffered 1 vial
via

TMB ELISA Substrate Solution/TMB Substrate

TMB Substrate 2 vial
Solution.

Stop Solution Diluted hydrochloric acid. 1 vial

Plate Sealers Adhesive strip. 3 strips




B. STORAGE

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

Wash Buffer (1x) May be stored for up to 1 month at 2-8°C."

Assay Diluent RD1W

Calibrator Diluent

RD5-3
Stop Solution
Conjugate
Opened/
Reconstituted | TMB Substrate
Reagents
Control
Use a new standard and control for each
assay. Discard after use.
Standard

Return unused wells to the foil pouch

containing the desiccant pack, reseal along
Microplate Wells . ]
entire edge of zip-seal. May be stored for up

to 1 month at 2-8°C.*

* Provided this is within the expiration date of the kit.

C. OTHER SUPPLIES REQUIRED

¢+ Microplate reader capable of measuring absorbance at 450 nm, with the
correction wavelength set at 540 nm or 570 nm.

+ Pipettes and pipette tips.

¢ Deionized or distilled water.

¢ Squirt bottle, manifold dispenser, or automated microplate washer.
+ 500 mL graduated cylinder.

+ Test tubes for dilution of standards and samples.

10



SUPPLIES REQUIRED FOR TISSUE LYSATE SAMPLES

Cell Lysis Buffer 2 (R&D Systems®, Catalog # 895347), Cell Lysis Buffer 3 (R&D
Systems®, Catalog # 895366), Lysis Buffer 16 (R&D Systems®, Catalog #
895935), or Lysis Buffer 17(R&D Systems®, Catalog # 895943).

PBS

PRECAUTION

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

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

11



VI. PREPARATION

A. SAMPLE COLLECTION AND STORAGE

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

Cell Culture Supernates - Remove particulates by centrifugation and assay
immediately or aliquot and store samples at < -20 °C. Avoid repeated freeze-thaw
cycles. Samples may require dilution with Calibrator Diluent RD5-3.

Tissue Culture Supernates - Tissues must be prepared prior to assay as described
in the Sample Values section. Samples may require dilution with Calibrator Diluent
RD5-3.

Tissue Lysates - Lysates were prepared prior to assay as described in the Sample
Values section. Samples may require dilution with Calibrator Diluent RD5-3.

Serum - Allow blood samples to clot for 2 hours at room temperature before
centrifuging for 20 minutes at 2000 x g. Remove serum and assay immediately or
aliquot and store samples at < -20 °C. Avoid repeated freeze-thaw cycles. Samples
may require dilution with Calibrator Diluent RD5-3.

Plasma - Collect plasma using EDTA or heparin as an anticoagulant. Centrifuge for
20 minutes at 2000 x g within 30 minutes of collection. Assay immediately or aliquot
and store samples at < -20 °C. Avoid repeated freeze-thaw cycles. Samples may
require dilution with Calibrator Diluent RD5-3.

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

Bring all reagents to room temperature before use.

Mouse MCP-1 Control - Reconstitute the control with 1.0 mL of deionized or distilled
water. Mix thoroughly. Assay the control undiluted.

Wash Buffer (1x) - If crystals have formed in the concentrate, warm to room
temperature and mix gently until the crystals have completely dissolved. Dilute 20 mL
of Wash Buffer Concentrate (25x%) into deionized or distilled water to prepare 500 mL
of Wash Buffer (1x).

Mouse MCP-1 Standard- Refer to the vial label for the reconstitution volume*
Reconstitute the Mouse MCP-1 Standard with deionized or distilled water. Do not
substitute other diluents. This reconstitution produces a stock solution of 5000 pg/mL.
Allow the standard to sit for a minimum of 15 minutes with gentle agitation prior to
making dilutions.

12



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

Pipette 450 pL of Calibrator Diluent RD5-3 into the 500 pg/mL tube. Pipette 200
ML into each of the remaining tubes. Use the stock solution to produce a dilution
series (below). Mix each tube thoroughly before the next transfer. The 500 pg/mL
standard serves as the high standard. The Calibrator Diluent RD5-3 serves as the
zero standard (0 pg/mL).

200 L 200 pL 200 pL 200 pL 200 pL 200 pL
- Ve YWan YWan YWan Ya \
50 pL Std. 1 =
-
> , —
e 000D
5000 pg/mL 50;) %);/mL ZsééélmL 12_"; pg/mL 62.57|:V>.g4;/mL 31.;prg4/mL 15.6 pg/mL 7.81 pg/mL

C. TECHNICAL HINTS

® When mixing or reconstituting protein solutions, always avoid foaming.

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

use separate reservoirs for each reagent.
® |tis recommended that the samples be pipetted within 15 minutes.

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

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

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

13



VII.LASSAY PROCEDURE

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

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

1.

10.

11.

Prepare all reagents, working standards, control and samples as directed in the

previous sections.

Remove excess microplate strips from the plate frame, return them to the foil

pouch containing the desiccant pack, and reseal.
Add 50 pL of Assay Diluent RD1W to each well.

Add 50 uL of standard, control and prepared sample per well. Cover with the
adhesive strip provided. Incubate for 2 hours at room temperature. A plate

layout is provided for a record of standards and samples assayed.

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

towels.

Add 100 pL of Mouse MCP-1 Conjugate to each well. Cover with a new adhesive

strip. Incubate for 2 hours at room temperature.
Repeat the aspiration/wash as in step 5.

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

temperature. Protect from light.

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

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

may be higher and less accurate.
CALCULATION OF RESULTS

Average the duplicate readings for each standard, control and sample and

subtract the average zero standard optical density (O.D.). Create a standard

14



curve by reducing the data using computer software capable of generating a
four-parameter logistic (4-PL) curve-fit. As an alternative, construct a standard
curve by plotting the mean absorbance for each standard on the y-axis against
the concentration on the x-axis and draw a best fit curve through the points on the
graph. The data may be linearized by plotting the log of the mouse MCP-1
concentrations versus the log of the O.D. and the best fit line can be determined
by regression analysis. This procedure will produce an adequate but less precise
fit of the data.

If samples have been diluted, the concentration read from the standard curve

must be multiplied by the dilution factor.

15
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{7653 NN AL BT IR YE AN = Wil op oy €l
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.
A. BHE

RAREIEE (IR A AN [R)FL ] FROAS 7 22D

CUENAR BE R =ANREAS, 7R A — B 23 Al 20 ¢, DA RE AR RS B2
WRIERETREE AN R B [ PR A 1 52D

CUENMR BE R =ANREAS, ZEAS [FIAR 8] 23 Al 20 ¢, DA RE AR TR A 2

RN RS BRI R FE
FEA 1 2 3 1 2 3
SFIHE (pg/mL) 36.7 51.8 149 37.8 60.0 155
hitE 2 1.45 1.40 3.66 2.85 4.37 7.86
CV% 4.0 2.7 25 7.5 7.3 5.1
B. EZE
TEARIZERIRE A AR 35 ARG R P9 S [ 7K /N B MCP-1, e 3 [l e 26
AR R EE Y% HEE (%)
IR (n=4) 105 95-112
FUREMH (n=4) 88 79-101
NI (n=4) 91 83-100
/B, EDTA i3 (n=4) 84 75-93
NEAFERIIE (n=4) 03 80-101
C. REE

22 RIS LR, /N MCP-1 B s (KA 71 & (MDD) HIJaFE N 0.151-0.666
pg/mL . “F#j MDD 4 0.304 pg/mL.

MDD 52 R 4 20 /> 5 5 F) A o4 it £ L AR WR ' AR R 1S4 (B0 A A v 22 1 5545 21 g A
X R o
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D. KIE
Z 55 W 5E V% DL R&D Systems A 7™ (1) s 41 FE 1 R AT s ik [ B 28 /) B MCP-1 /2 IE
E. &
ANFEFEAS RS BB N BRI/ B MCP-1, 3R J5 bR UERG B RD5-3 MRk FEA

MR B IVE R Y, IE HL e

fakER b | BHBENW | DRILE DR EDTAVMRAFR I
N (n=4) (n=4) (n=4) Mm% (n=4) * (n=4)
YA HARE
105 99 96 96 107
1:2 5 (%)
e (%) 102-107 95-108 94-99 93-104 104-109
AR
110 102 101 102 111
1:4 H (%)
e (%) 106-116 94-107 97-109 101-105 104-116
L
109 109 105 107 104
1-8 H (%)
JuHE (%) 105-113 103-116 100-116 100-110 98-110
S
115 119 106 107 108
116 H (%)
JuHE (%) 107-125 113-124 101-116 104-112 102-119

* R I B4 EURE B 1 463040 (O B R A T R R
F. HEATE
/NBULEILIRAREA - 78 B T HEAT /N B MCP-1 T Rl /K S f B4

NREZA FfE(pg/mL) | JEE (pg/mL) | AR#EfRZ (pg/mL)
NS (n=10) 114 64.5-216 44.7
/i EDTA L3¢ (n=10) 76.6 42.5-116 23.8
NERAFEILE (n=10) 96.6 72.2-154 25.9
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HEEEFE BIE - C2C12 /N4 FRAE £ 10% JA4F SR DMEM #5332k,
BAREILA. FAPBSHULAIM, JEibdipRsFR7E & 5% 5 MG MDMEME: =5 Hr, 537
5-7TR, Fkg— R —kIEFRE. LA E2I50 %I, ARIEEHEZHE (LPS)
FIBAnAE, B3k, WHSEENMRRFE LE, BI/NERMCP-1/17KF, #I{E 5 5
N 2359 pg/mLAF111993 pg/mL.

JTTAA /N R RGN PR E R PR, 35 9R7E 510% fR4- A 2 mM L-4 &t 1)
RPMIR; 25 . ANHIIE AR Z 0 (LPS) HI4nie, #5323K, BUHZEE AL, 5%
g, RN ERMCP-1/97KF,  FiE 2351 v 8430 pg/mLFI34717 pg/mL.
HAREFE BT - KRR 50 0% , 5 FR7E S 10%06 4 5 « 2 mM L-5 2Bt . 100
U/mLEFEZEA100 pg/mLiiEREE S R RPMI 164085 355, #5352K . BUH &8 140
ME 7 B, BN RMCP-11117KF, K14 ~24.7 pg/mL.

HARBEY) - FIPBSTEVK Lyhe/NRATZZ . B3PBS, JIA10 mLE A [ BE0 57 1)
VKA BRI . PSR Bk EAId 2 x5 B, (44U AL, #E 572000 rpm s
O 5 arep . EEUUE SR FE R A R R FE AT E B . HU50 ug AR RIS
MNERMCP-1,  taili{E 926.8 pg/mL.

G. fRit

BEELISATE v &0 R 4R K = 2H /)N [RMCP-1.

W DL 26 P ARV W B v RDS-30 1] 50 ng/mL & B SR A 55 718 BRMCP-1 1152 X
Moo #50 ng/mLET-HE K 1 N A [a)E ) B 20 /N BAMCP-1 5 B8 S eb, SRR I %) /)8 B/
MCP-1/) Tt . ARMEL R 128 M BT

Recombinant mouse: Other recombinant:
Eotaxin MIP-1a human MCP-1
MARC MIP-13 rat MCP-1

MCP-2 MIP-1y

MCP-5 MIP-3a
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i ZUTiE Western Blot il Valukine ELISA /3 Hr R &b FH k2 LPS 4bFE 72 /)
f 1) J774A1 F1 C2C12 20 i 2% A 55 9 4 . {8 KRBt/ Bl CCL2/JE/MCP-1
(R&D Systems®, Hik4i's MABA79) X k(52 Bt AT S vivE . X T Western
Blot, #fahfEil)ii SDS-PAGE 21t NHiiK, ## %] PVDF & b, JERILEdTNER
CCL2/JE/MCP-1 (R&D Systems®, 7= H # AF-479-NA) AT RZEENTE. SRl
€ Western Blot B/xiX 264 45 ELISA {H EHAHK
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IV. 256

A vHE B 2% S

ZARE I AEAR NS5, BRHRSIR IR N RIARAE 2R

Optical Density

10 4

o

0.01

10 100
Mouse MCP-1 Concentration (pg/mL)

1000

26

(pg/mL) 0.D. Average Corrected
0 0.007 0.007 —

0.007

7.81 0.056 0.057 0.050
0.057

15.6 0.100 0.1 0.094
0.101

313 0.196 0.199 0.192
0.202

62.5 0.365 0.372 0.365
0.379

125 0.702 0.709 0.702
0.715

250 1.320 1.326 1319
1332

500 2274 2.296 2.289
2317




V. WFIEH RN

A. WFIELH R

H K i kg
BHHUN R MCP-1 Bkl 96 FLE K L4
Mouse MCP-1 Microplate 1 Ptk
B, 8FLx 12 %
Mouse MCP-1 Conjugate FEpRAS I BT/ B MCP-1 Fipfk 13
/N MCP-1 hxifEdh (5T, ZHEMESR
Mouse MCP-1 Standard - 2
BEHEAT HLI
AN MCP-1 s i GRT) sl
Mouse MCP-1 Control ‘ B ‘ 2 il
B N AERRE R 13 B A
Assay Diluent RD1W Far R 1
Calibrator Diluent
P v ot ARV R T B B A i R A 13
RD5-3
Wash Buffer Concentrate (25x) | IR4E¥ER MR (25%) 1/
TMB Substrate TMB ELISA JE& B/ TMB YN 2
Stop Solution 2 G111 19
Plate Sealers HHRIR 35k
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B. A& MT

ARIFEHRFE 2-8°C fififr; HLEBG G A B A H]

Vel (1)

FrilE RD1W
AR ik =2l
RD5-3 2-8°C fififf, % 30 K*
2k

CATIT, MR s | Bhm Rl 4 4
tohwil

TMB JEYIE TR

P i IEVR A48 FE 5 16 e B 3B, A
i REF

K R AR 26 T IR s A 8 77 )
R EIRTE N FEE P S
2-8 °C fi#fiff, &% 30 K~

I ZHE R & A R A

C. EWATHR H R ARAH

o PEFRAC CATIE: 450 nm A K B RS Sz 540 nm B 570 nm A% IE K IR
fE)

o BRI B — R 3k

o ARBIKEEE K

o VR (WD . ZIEIE VAR AR ELE ZhBER AL

s 500 mL &3

o FFRRREARAE SRR S T

D. ALRBYEARFFTK AR

o PRSI 2 (R&D Systems, Bt 5 # 895347), 4 Hd % i o2 v 3 (R&D

Systems, % '5# 895366), ZLf#ZEi 16 (R&D Systems, 1t S# 895935), %!
fRZEM 17 (R&D Systems, 57 '5# 895943)

+ PBS
E. FREW

o WA EFHH LAl EHEAR, PIaeT R B N, BRI

o  WFEF X IEBGERR AW, ERRE IR . T T AR AR B .
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VI. SLIO RIS
A. FERWE KT

PAF 51 1 R i OB R A 2 A E D — IR FE T - R AR T M R VP A o
MHIEFE LI BN S B0 £ LRI IR A B4 3, < -20 °CHEfE& ],
TR R FEANTT 8 75 2 AR S A B RDS-3F

AR LB TR DU AT L 2042 R AR 7 B Ud BH 1) £ 20 2. i T A 7 22 A A
1 i F B RD5-3 % R

HARBRY . Fo SEREAAE 4 BB 7RG AT 1] £ LA - A6 ] R 75 22 FH PR v St B R
RD5-3Fi#% .

MIEEEA: MRS S TE IR N B2/, SRJ57E2000 x g 2020708 . UM IS A
AZJERZI TR, 5053, <-20°CHEfAa . B ik, FEARTTRETR M
FrUfEan AR RD5-3 Hifks .

Mm2geeAs: ff HEDTABUF R AE NPUEIEE K . #R)52000 x g 0205381 . 7 1E30
BN SR MR FEA 2 R RIZIF A, 3038 703, < -20°CHg 74 FH o b [ 52 1 il
FEAT] B8 75 22 F bR vt 5 A B RD5- 3% B

R Al BB AL o R 95 i o
B. KlFT#ER T/E

FERRTER AR E T ER.

/NBMCP-1E#E M 1.0 ML B 1 /K R /K E IR fa b JRE 5], W i AH
PR 0T 428

TR (1%) = MUKFH U PR GE e T Re A 45, BT IER IS, WEER, 2
TRIRST, 548 e A VMRS FEIC A BRI . TRK20 mLIRZEGES IR (25%) JH 7&K L
FB T KRR H 500 mL T AR VR (1%)

INRMCP-ARRAE S : FIAARIES H RS b, H X8 rKeZEmMKEE N MCP-1
FrRifEdh o AN HAh 57 . 75 2R EE 45000 pg/mLbsitE it B . HERERE 20150
B, HF VR

A SR, IR TR AR SR

HN450 pLbrdE R RD5-33] 500 pg/mL &, RAEEFINA200 pLindE
FREMRDS-3. i pr itk ity BRI 2 BT B R 5 R R, B A0 iR A G R T —5 .
500 pg/mLAEbRiE fh S =i m, AR AR BRRRDS-3 7] HEFRHEMIZE % 2 (0 pg/mL)
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200 plL 200pL 200 L 200pL 200 L 200 plL

(’_i - Ve Ve Wan W /-!53

50 pL Std.
S
B
* ' ' ' ' “ '
el *
5000 pg/mL 500 pg/mL 250 pg/mL 125pg/mL 625pg/mL 31.3pg/mL 15.6pg/mL 7.81pg/mL

- BRI

VR A BRI R RN, SRR A

N T REGAZ GGG, BEHIAFIRBERR R . R AR R R Atk o)
HASRIRR TS 7359 158 AN 5] ) A% T

RIS Bl A 5 B BRI A

R AIN, IR AA 8 AR T RAIE S5 R (R 5

TMBJEE AL EARATROATE L, TEBEIRAF s IMARALUR , # tE tAL iSAN ]
TR PEE PR 15

LA E AR L[] TMBJE A _ BRI — 250 AR, FLA BT i iEae
¥ ALAASE, WERFLABIARRIBSIE R E
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VII. #EDR

ggm%@%ﬁﬁﬂﬂﬁimﬁ?iﬁJ@&%ﬁ%ﬁ%ﬁ¢,ﬁﬁ%ﬂﬁﬁﬁﬁﬁﬁ

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

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

3. FALIIASOULIEIERDIW.

4. SRR BERRE S, T A SRR A AR R AL, BEFL50 pL. AR
BAERMNAL, ERBE2/ . B T — k6L E, v T il AR
A0 RE A AR P97

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

6. TERAMEFLAIMAI00 uL/NEEMCP- 1B bR BT . F BRI R AL, ER
B2/t

7. EEESDUMIRE

8. TERAMFLAMA100 uL TMBIEYIE, ZiRFFE 305080, HEEDL;

9. TEBMFLAIIA100 uLZ b, HRMALI, VAR &5

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

11 TR B PRER, B AR LB EBCPAME, K52 T hrik
m F5ODME (O.D.) , AT ENBAHENSHEHE (4-PL) 24 & 0l dbn ik
k. H—BMRIEE, Wmidgmlyhl LRk SO (E Sxdh ik sk
P REbRAE RN 2R, @ B B b sl A th 2k . %icdfs mT LUBIE 2 i)/ BMCP-1
B E 5 O.D. X HOR AL, I B AL A 2 T OB [N 04 R o 1%
P4 7 A RS AR ARG B A B LA

U SRR AR APRRE M vHE ph 28 5 )R R 20T AR 135
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