A MCP-1 se B4Rk e RE Ry ot &

AARFIEAHRIIAE T o T b s B IS i A0 M 55 5% 35 rh ) MCP—1 ¥k . (TR
FFE R IR E SR RE e, 117 5 i 5 SRR MR R ST A AR, AT
PAL I FTRE LA B, WIS e TSR, S A IR RS A AR AT PR BT AT A v 135 www. bomeibio. com
BRE A /A ) 400-688-3412
MCP-1 fij):

AR ML B 1 (MCP-1/CCL2) , AR HAZ 4h i fb SR R 7 (MCAF) 2 HAZ 40 AT T 4
Hi K NK s R, 8 TR F R % CC W— N sihi. A MCP-1 cDNA 4wfith 99 e FE MR 2 A ¥ iy
WA, BEAEA R 76 ML, ST AT A BREY B 23 NS KA 5 IR R .

MCP-1 BN A 7E L5 FRAZ A BB AT ORIV 2006 0%, EIFE KR PEREAL . SRR DT 2RI U
WA, JUBIHA SN PRI S 2R B MCP—1 71 40 I B IR 2 i ki 22 (0 £ €4 . MCP—1 g iiF B A 4
B B8 R YRR UM . P IR B AL R R A

PR3 WA MCP-1 (AN AT : PAAZANA. B RN, T AIM. B anf. peer4edni. podnm. £
MM ANBTTANNL AT B AN I B P LA A
A R

AR R PRI O ELT SATEA AR A FPMCP- LRI B . MCP- 1R PTAR O T AR AR L, 24
IMAFREAR B Z: 2 i, HrPMCP—1 2% SR IR 4, L e Ui s (0 e o T I YRk IR R B 2o MmN A=
WEAIIHTAMCP-15TA 5, HLAMCP-1HUAA SMCP- 154, T O i e A4, HLe i 2 1 i o B
B R R 25 BS IINBRUE EA IBERR 1L ISR & 3. AR FR G R R E G, SRG FERINE
Mo 5 YO M S S EYERGR . B B B B I B R 25 ORI AT, A
FAAEMCP- LR 23 TR S e A1), BRI 84 Al 2 AL £ 1) Sl B R A B T, E AN 13 5
W, S EEARSORIN, B2 HAB0nmAL FRIODIE , MCP-13KJE 50D, fH 2 B 2 IEEL, Wl fhHlhriE
X R FIFEACHOD(E, B AT S AR A HHMCP-1 3R

N HTRER SRR TR S LR -
4y s
TR 1256 50 6%%
REA Gy W i Uffi5m1/3 ml
A it B RV 10m1/5ml
b i 4/237 (1) *
G/ ESAIREN DML 10m1 /5m1
HRPIEFZ IR 45 DHL10m1 /5m1
WAV 20X 30ml/
TMBJEA) D 10m1/5 ml
AW UH5ml/3 ml
SRR AR 3/25k
A NE 14
AR

L BRAS RV H N IR AT B A

A. AL bR A B0 2SR B B AT

B. LT AR AR Y A AR J5 I T, 38 G KA v vt ] 7 s
C. MIEFRAS, HEEE FHEDTAM) VLM 4 s



D. FRFBEAAGE ISR, bRAWERE %, B T—20°C, &R E .
2. MGG HRAAS SR AT 817 JE5 R sl it 1)
3. ARAEHOE I, AU HAE A o A SR A N I 20 25 B
4 EME R, = M RE BT G AR AR I, 7 D 25 SR ASHERS o
¥ B AMTEERMRREATE A R4S A LU 5 R .
BRI
R SR E2~8C .
IRAEVE G N AR P BT 45 0, T K TR &5 i 5 A AR IS T AR
CATARUER G, WEE =R HE.
o TR )P A A TR RN 4 )
- IEERS, 1 RN A Sk, A ST Y
PEASIR AN RIS 1R & A A
- PRIV ASTRHRTIE S Y 45 RMEVEAR T 2L, 7RIV 15 R D i 2 DADRUE TR ST
AR, TR R IR 25~28°C .
PRSI R R B OCE T, BRI R SR N T R iR R
10. 258 bR v ot R AS S DU I 2 A XU AL o
L1 AN A o A = 0 7 A
12 I3 RS bR A AT, ASHIU A 1 50 7 I ) B35 4 A
RN A TIE:
L3RR L UKAR T HCHE 5 Y S P20 3 B A RS I I 38 A i S 2~ 8 CIRAT
2. BER ATV G AR B2 3 KRR (L 1963 7K) .
3. ARUESD AN /K 0. 25ml VR TARAE SR AL MCP-1 Z4R LA F] 1000pg/ml, #FE 15 40815
TR AR, FARUE SRR LEBB BEAR RS IS AR UKL ChdE e HCEAN 2T, s iR A
1000 pg/ml, bdE s FRE IR EL AL 0 WREE. D

250w | 250w 0e ) 2S00l 2%

R Fak 3
H 2L e N TOeAR . BEFLUESEB N 300ul, v N S H BB 15-30%0 « YEARGIR . f)a— IR e
KBTI A B oK AR AT

LRER B &KL
L AT RO RO BHRER O s 2. A
3. FIEHVEHIHL: 1. KB TR

BIEDER:

L VRS — IR SRR BT T OB E, U T B R AEAE SR, B I P AN BB A 8 40 9 4
wH, RFTAC,

2. R EAREOESL, B AL, BEE A AL U TMB 2 (R p e R IR S8 T b v T TR
S R A il 2

3. O B A BAS TR BERRAE h (100ul/FL) INAARRZ AL, FHER AT SN AL, S0 & 1203 86 o X
TS S EARA, A0 ulBEAR D BTG IN50 ulbrAs, WFRER, A S REA T b
BRI, ARG RBRAN RS 100ul. 4 YEWGIK, Higs —Rk B EEKLE BT



5. MANZER TR TR (100ul /L) o HIBARRACE AR WAL, 3% 7 6073 i

Ja—UCE EWK R BT

(IPN: 250

8. YEMAIK, His)a — W E BRI LT
9. A AT TMBLOOU] /L, G IR IF & 2054
10. A 1-350ul /£L, TRAT Ja B Z) W 5 0D4501H o

SR AN

L S ALIEAE20% ) 225 0 A 4 R A AT 8%, RALIE 3 Ja T4 (e

P TAER (100ul /L) o JHEPURARIHME S WAL, BEOG S 7207081

2. RFARAE it BUPR A TR OD AR N 25 AS IR A% 1L IKIODA o
3. FLenhlbrrE izl . LIbRHE SR EZVEREAR bR, ODMEAEAAANR, DL LG & b il (AR KR Ko IR AR
AN (FIODAE T AEARE e b A R

4 FTARAS OD (B i TRV 2 IR, N SRR e E, o SR LI I SR AR B 4

REPERI S R
& pg/ml JODM1 | #HoDME2 | OD - 1Y
(il
0 0. 0925 0. 0609 0.0767
31.25 0.2262 0. 2097 0.21795
62.5 0. 2624 0. 3057 0. 28405
125 0. 4539 0. 5533 0. 5036
250 0. 794 0.8316 0.8128
500 1. 4485 1. 3315 1.37825
1000 2. 0998 1. 966 2. 0329
AMCP-18%6 5 th 4k
A NP1 FRHE £
25 1
5 b
L5
g 1F
0.5 |
0 |
0 3.25 625 125 250 500 1000
A NCP-1 VR (pg/mD)

BE: FEUESE, NURRERMERTSERS R A SR,
REE, FRENESHE:

LR ZXRESAREY, B/ ERS. 2pg/nl,

2. WS E: 5 AMCP-2,  MCP-3. MCP—4/NRMCP-1, MCP-5. MARCAEBATAZ YR M o
JCEEME WA, BRIAAR R R E<T0%.

SEIOR:

Jiang, Y. etal. (1992) J. Immunol. 148:2423.

Dunzendorfer, S. etal. (2001) J. Allergy Clin. Immunol. 108:581.

Loetscher, P. etal. (1996) J. Immunol. 156:322

6. VeI, Hix



Kitamura, M. (1997) J. Immunol. 159:1404.
Loghmani, F. et al. (2002) Inflammation 26:73.
Tsuboi, N. etal. (2002) J. Immunol. 169:2026.
Seitz, M. etal. (1995) Eur. J. Immunol. 25:1129.

ELISA Kit for the Quantitative Analysis of Human MCP-1
The human MCP-1 ELISA (enzyme-linked immunosorbent assay) kit is used for detection of human MCP-1 in cell
culture supematants,human serum and plasma.THE ELISA KIT IS FOR RESEARCH USE ONLY. Please read this
instruction manual carefully and check out the material provided before use, and you can contact with our company if
any questions. You can enter our website or call us for other aim.
Introduction
Monocyte chemotactic protein 1 (MCP-1/CCL2), also known as monocyte chemotactic and activating factor
(MCAF), is one of chemoattractant that was shown to not only monocyte butalso T lymphocytes and NK cells, which is
a member of the CC subgroup of the chemokine superfamily . The human MCP-1 cDNA encodes a 99 amino acid (aa)
residue precursorprotein with a 23 aa hydrophobic signal peptide thatis cleaved to generate the 76 aa mature protein.
MCP-1 was postulated to play a pathogenic role in a variety of diseases characterized by mononuclear cell
infiltration, including atherosclerosis, rheumatoid arthritis and allergic responses . Several different lines of evidence
utilizing in vivo animal models suggest that MCP-1 is an important player in inflammatory processes.
MCP-1 is also upregulated in several cancers including gastric carcinoma, esophageal squamous cell carcinoma,
malignant glioma, and ovarian, pancreatic, bladder, and breast cancers.
MCP-1 produced by several cell types including mononuclear cells, T cells, endothelial cells, fibroblasts, microglia,
osteoblasts,mast cells, bone marrow stromal cells, epithelial cells, astrocytes, and smooth muscle cells.
Principles of the Test
The kits is a solid sandwich enzyme-linked immunosorbent assay for detection of human MCP-1. An anti-human
MCP-1 monoclonal antibody has been absorbed onto the wells of the microtiter strips provided. Samples including
specimens or standards were pipetted into wells. The human MCP-1 in specimens or standards would be captured by
the coated antibody and the free others were removed by washing. The human MCP-1 biotin-conjugated antibody
were added and binds to human MCP-1 captured by the first antibody, which formed a sandwich. Streptavidin-HRP
would be added and binds to the biotin conjugated antibody, then free Streptavidin-HRP would be removed during a
wash step. After this, subtrate solution would be added and catalyzed by the HRP, and a coloured product is formed.

The intensity of the colored product is used to calculate in proportion to the amount of human MCP-1 in the original

specimen.
Materials provided with the kits:
reagent 96/48Test Kit
Assay Buffer 5ml/3 ml
MCP-1 Antibody-Coated Wells 12 strips/6 strips
Standard Diluent 10ml/5Sml
MCP-1 Standard 4/2vial(s)
Detetion Antibody 10ml/5ml
Streptavidin-HRP 10ml/5ml
Wash Buffer Concentrate 20x 30ml
TMB 10mli/5ml
Stop Solution 5ml/3 ml
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Specimen Collection

1.Collecting specimen as following:

A.The particulate of the cell culture supematants should be removed before use.
B.Serum was obtained from clot at room temperature.
C.Please collect plasma with EDTA.
D.Assay immediately or store samples at —20°C. Avoid free-thaw cycles.
2. Antiseptic and anticoagulant should not appearin Serum
samples.
3.Any particulate should be removed from samples before use.
4. Do notuse grossly hemolyzed or lipemic samples.
Note: Srongly recommend that the serum and plasma samples should be diluent as doubling dilution before use.
Precautions for use:
1.Please storage the Kitat 2~8C .
2. Washing buffer concentrate may have crystal in low temperature, and you can melt its in water-bath before use.
3. Please discard the dissolved standard after3 days for use.

4.Avoid contact of substrate solution with oxidizing agents and metal.
5.Usage of disposable pipette tips avoid microbial contamination or cross-contamination of reagents or

specimens.

6. Do not mix or substitute reagents with those from other lots or other sources.

7. To ensure the adequate mixure of added reagents, please tap gently the plate after the wells were filed with
liquid.

8. Incubation temperature should be 25~28C.

9. Wash step was crucial for whole assay process.

10. Duplicate wells of the same sample were recommended in

assay process.
1. Avoid the foam while pour the liquid into wells.
2. For serum or plasma samples ,the biotin-conjugated antibody should be incubate for at least 90 minutes.

Reagent Preparation

1.The reagents should be warmed up to room temperature before use. The remanent reagents must reseal and put
into refrigeratory again as soon as possible.
2.Dilute 1ml of wash buffer Concentrate into 19ml deionized or distilled water to work.
3. Add 0.25ml deionized or distilled water to bottle wait 15 minutes for complete dissolution. Andin turn add the half
concentration diluent by standard diluent .
Wash step:
Automated microplate washer or operating by pipette: Each well should be pour into300ul wash buffer and soak 15 or
30 seconds,then be aspirated, five times process were repeated. After the last wash, remove remaining wash buffer
by aspirating.Invert the plate and blot it against clean paper towels.

Materials Required But Not Provided

1. pipettes and pipette tips

2. Microwell strip reader capable of reading at 450 nm (540 nm as
optional reference wave length)

3. automated microplate washer

4.Glass-distilled or deionized water
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Assay procedure

1.The needed strips were putted into the frame, the remains were returned into foil pouch and resealed.
2.Blank well were recommended, which only color reagent and stop solution be added. It is suggested
that each testing with gradient density of standard for standard curve.

3.Add 100ul of standard or sample.Cover with the Plate Covers provided.Incubate for 2 hours at room
temperaturelf assay the serum sample,you should add 50 1 | assay buffer with 50 1 | sample into the
wells,if the protein concentration is higherthan the range of the Kit, add the same quantitys assay buffer
with the sample, the deficiency should be complemented with sample diluent to 1001 | per well.

4 Five times wash process were repeated.

5.Add 100ul of detetion antibody. Cover with the Plate Covers provided.Incubate for 1 hour at room
temperature.

6.Five times wash process were repeated.

7.Add 100ul of Streptavidin-HRP. Cover with the Plate Covers provided. Lucifugal incubation for 20
minutes at room temperature.

8.Five times wash process were repeated.

9.Add 100ul of TMB, Lucifugal incubation for 20 minutes at room temperature.

10.Add 50ul of stop solution to each well, determine the optical

density of each well within 10 minutes.

Calculation of Resulits
1.Duplicates should be within 20 per cent of the mean. Average absorbance values for each set of duplicate samples
were used as detection results.
2.The blank absorbance values of subtract should be deducted.
3.Drawing a best fit curve through the points of graph. Draw the standard curve by plotting assayed OD valure (on the
Y axis) vs. concentration (on the X axis). The sample concentration was obtained based on its OD value founding
in the standard concentration curve.

4 If the values obtained are not within the expected range of the standard, Samples should be dilute and assay again.

Typical Data and Standard Curve

concentration Typical data 1 | Typicaldata2 | Average
(pg/mi)

0 0. 0925 0. 0609 0. 0767
31. 25 0. 2262 0. 2097 0.21795
62.5 0. 2624 0. 3057 0. 28405

125 0. 4539 0. 5533 0. 5036

250 0. 794 0.8316 0. 8128
500 1. 4485 1. 3315 1. 37825
1000 2. 0998 1. 966 2.0329

Human MCP-1 standard curve

Human MCP-1 Standard Curve

0 31.25 62.5 125 250 500 1000
Human MCP-1 Concentration

Sensitivity,Specificity, Repeatability

Sensitivity: repeated assays were evaluated and the minimum detectable dose was 3.2pg/ml.

Specificity : No significant cross-reactivity or interference with human MCP-2, MCP-3, MCP-4 and mouse
MCP-1,MCP-5,MARC.



Repeatability: The coefficient of variation between wells or plates is less than 10 per cent.
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