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. BACKGROUND

Eotaxin-3 (also known as CCL26 or SCYA26) is a CC chemokine with potent
chemotactic activity for eosinophils (1-4). It was originally cloned from the GenBank
human expressed sequence tag (EST) database (1). Eotaxin-3, along with Eotaxin-1
and Eotaxin-2, selectively activates the CC chemokine receptor 3 (CCR3). The
Eotaxin-3-CCR3 interaction may play an important role in allergic diseases such as
atopic dermatitis and bronchial asthma (5).

The full-length cDNA for Eotaxin-3 encodes a protein of 94 amino acids (aa) with a
putative signal peptide of either 23 or 26 aa residues (1, 2). Both the 71 and 68 aa
residue variants of recombinant Eotaxin-3 demonstrate equal potency in inducing
chemotaxis of a human CCR3-transfected cell line (2). The mature Eotaxin-3 protein
demonstrates 44% aa identity with MIP-1f3 and 40% aa identity with MIP-1a, RANTES
and MCP-4 (1). Unlike most other CC chemokines, Eotaxin-3 maps to human
chromosome 7q11.2, within 40 kilobases of the Eotaxin-2 loci (1, 2). Eotaxin-3 and
Eotaxin-2 are unique in that they are the only chemokines identified to date that map
to chromosome 7 (2, 6).

Like Eotaxin-1 and Eotaxin-2, Eotaxin-3 is a ligand for CCR3. The potency of
Eotaxin-3 as a CCR3 ligand, however, is ten-fold less than that of Eotaxin-1 (2).
CCRa3 is a seven-transmembrane-spanning G-protein-linked receptor expressed on
eosinophils, basophils, subpopulations of Th2 lymphocytes, and keratinocytes (5).
Signal transduction via CCR3 is characterized by actin polymerization, a transient rise
in cytosolic calcium concentration, and release of reactive oxygen species. Other
chemokines capable of signaling through CCR3 include Eotaxin-1, Eotaxin-2, MCP-2,
MCP-3, MCP-4, MIP-18, and RANTES. Studies indicate that Eotaxin-3 is capable of
cross-desensitizing cells to other CCR3 ligands.

Northern blot analysis demonstrates that Eotaxin-3 mRNA is constitutively expressed
within the heart, liver, and ovary (1, 2). Low levels of Eotaxin-3 expression can also be
detected in a variety of other tissues (1). Expression of Eotaxin-3 mRNA in vascular
endothelial cells can be up-regulated by the cytokines IL-13 and IL-4 in a
STAT6-dependent fashion (3, 7). In contrast to other potent eosinophil
chemoattractants (i.e. Eotaxin-1, RANTES and MCP-4) that are induced by
proinflammatory cytokines, neither TNF-a, IL-1B3, IFN-y, nor TNF-a plus IFN-y are
effective at up-regulating Eotaxin-3 mRNA expression.

Eotaxin-3 appears to be important for contributing to eosinophil accumulation in atopic
disease. The mMRNA expression of Eotaxin-3, unlike Eotaxin-1 or Eotaxin-2, is
up-regulated in asthmatics in the stages following allergen challenge (8). These data
suggest the possibility that Eotaxin-3 may be responsible for the continuing
recruitment of eosinophils to asthmatic airways during this period.



I. OVERVIEW

A. PRINCIPLE OF THE ASSAY

This assay employs the quantitative sandwich enzyme immunoassay technique. An
antibody specific for human Eotaxin-3 has been pre-coated onto a microplate.
Standards and samples are pipetted into the wells and any human Eotaxin-3 present
is bound by the immobilized antibody. After washing away any unbound substances,
an enzyme-linked antibody specific for human Eotaxin-3 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 human Eotaxin-3 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 PROCEDURES.

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

+ 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.

+ |If samples generate values higher than the highest standard, dilute the samples
with Calibrator Diluent (1x) 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) 43.6 86.0 131 44 .4 91.7 139

Standard Deviation 0.570 1.06 1.77 3.66 7.79 11.6

CV% 1.3 1.2 1.4 8.2 8.5 8.3

B. RECOVERY

The recovery of human Eotaxin-3 spiked to levels throughout the range of the assay

in various matrices was evaluated.

Average %
Sample Type Range (%)
Recovery
Cell culture media (n=5) 102 92-119
Lysis buffer (n=1) 97 94-99
Human Serum (n=>5) 93 81-106
Human EDTA Plasma (n=5) 94 84-105
Human Heparin Plasma (n=5) 95 86-109

C. SENSITIVITY

Twenty-six assays were evaluated and the minimum detectable dose (MDD) of

human Eotaxin-3 ranged from 0.066-1.29 pg/mL. The mean MDD was 0.215 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 is calibrated against a highly purified E.coli-expressed

recombinant human Eotaxin-3 produced at R&D Systems.
E. LINEARITY

To assess the linearity of the assay, different samples were containing or spiked with
high concentrations of human Eotaxin-3 and diluted with Calibrator Diluent (1x) to

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

Human Human
Cell culture Cell Human
EDTA Heparin
Dilution supernates*| lysates* Serum
plasma plasma
(n=3) (n=3) (n=4)
(n=4) (n=4)
Average % of
97 99 92 93 101
1:2 Expected
Range (%) 96-99 96-102 83-102 82-103 95-106
Average % of
96 95 93 97 101
1:4 Expected
Range (%) 93-99 91-100 82-103 85-106 95-111
Average % of
96 93 90 100 91
1-8 Expected
Range (%) 95-98 89-96 82-106 86-110 84-97
Average % of
92 95 93 99 90
1:16 Expected
Range (%) 91-93 93-96 81-107 88-110 80-100

*Samples were diluted prior to assay.



F. SAMPLE VALUES

Human Serum/Plasma - Samples from apparently healthy volunteers were
evaluated for the presence of human Eotaxin-3 in this assay. No medical histories

were available for the donors used in this study.

Mean of Detectable

Sample Type % Detectable | Range (pg/mL)
(pg/mL)
Human Serum (n=30) 8.87 93 ND-16.7
Human EDTA plasma
7.35 93 ND-16.9
(n=30)
ND=Non-detectable
Standard
Range
Sample Type Mean (pg/mL) Deviation
(pg/mL)
(pg/mL)
Human Heparin plasma
57.7 8.50-126 29.8

(n=30)

Note: Human Eotaxin-3 interactions with epithelial cells and erythrocytes are
disrupted by heparin, leading to the release of bound human Eotaxin-3 and increased

sample values in Human Heparin plasma.

Cell Culture Supernates - Human umbilical vein endothelial cells (HUVEC) (5 x 10°
cells/mL) were cultured in EGM. Cells were cultured unstimulated or stimulated with
100 ng/mL of recombinant human IL-4 for 24 hours. Aliquots of the cell culture
supernates were removed and assayed for human Eotaxin-3, and were

non-detectable or measured 14,380 pg/mL, respectively.

Cell Lysates - HUVEC cells were cultured in EGM. Cells were cultured unstimulated
or stimulated with 100 ng/mL of recombinant human IL-4 for 24 hours. Cells were then
washed with PBS and solubilized in Lysis Buffer 17 using 3-5 times the pellet volume
and put on ice for 15 minutes. Tubes were centrifuged at 14,000 x g for 5 minutes to
remove insoluble material. The remaining whole cell extract was removed, aliquoted
into a clean test tube, and stored at < -70 °C. Whole cell extract protein concentration

was quantified using a total protein assay 0.4 ug of the cell lysate was removed and




assayed for human Eotaxin-3. Unstimulated cell lysates were not detectable and

stimulated lysates measured 89.9 pg/mL.
G. SPECIFICITY

This assay recognizes natural and recombinant human Eotaxin-3.

The factors listed below were prepared at 2 ng/mL in Calibrator Diluent (1%) and
assayed for cross-reactivity. Preparations of the following factors at 2 ng/mL in a
mid-range recombinant human Eotaxin-3 control were assayed for interference. No

significant cross-reactivity or interference was observed.

Recombinant human: Other recombinants:
6CKine MDC mouse Eotaxin-3-like
CCL3L1 MIP-1a rat Eotaxin-3-like
Eotaxin MIP-13
Eotaxin-2 MIP-18
1-309 MIP-3a
IL-4 MIP-3f3
IL-13 RANTES
MCP-1 Resistin
MCP-2 STAT6
MCP-3 TARC
MCP-4 TECK
TRANCE
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HUVEC cells were cultured in Endothelial Cell Growth Media (R&D Systems, Catalog
# CCMO027) until nearly confluent and then left untreated or treated with 100 ng/mL
recombinant human IL-4 (R&D Systems, Catalog # 204-IL/CF) for 24 hours. The cell
conditioned media was centrifuged to remove any cells or debris and then aliquoted.
Cell samples were then analyzed by the Valukine Human Eotaxin-3 ELISA and
Western Blot. For Western Blot, all samples were resolved under reducing
SDS-PAGE conditions, transferred to PVDF membrane, and immunoblotted with Gt x
hCCL26/Eotaxin-3 (R&D Systems, Catalog # AF653). The Western Blot shows a
direct correlation with ELISA sample values.



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 0.011 0.012 —
10 0.012
3.13 0.064 0.067 0.055
0.070
&% 6.25 0.118 0.123 0.11
g 0.127
3 125 0.236 0.241 0.229
K 0.246
3 25 0.434 0.454 0.442
o %1 0474
50 0.840 0.862 0.850
0.883
100 1.591 1.621 1.609
oo 1 1'0 160 10‘00 1.651
200 2.889 2.904 2.892
Human Eotaxin-3 Concentration (pg/mL) 2918




V. KIT COMPONENTS AND STORAGE

A. MATERIALS PROVIDED

Parts Description Size
96 well polystyrene microplate (12 strips of 8
Human Eotaxin-3 ) ] .
wells) coated with an antibody against human 1 plate
Microplate
Eotaxin-3
Human Eotaxin-3 Solution of antibody against human Eotaxin-3 1 vial
via
Conjugate conjugated to horseradish peroxidase
Recombinant human Eotaxin-3 in a buffered
Human Eotaxin-3
protein base; lyophilized. Refer to the vial label for| 2 vials
Standard
reconstitution volume
Assay Diluent RD1S | A buffered protein base 1 vial
Calibrator Diluent
A 5x concentrated buffered protein base used to
Concentrate (5%)/ 1 vial
dilute standard and samples
RD5P
Wash Buffer
A 25x concentrated solution of buffered surfactant| 1 vial
Concentrate (25x)
TMB ELISA Substrate Solution/TMB Substrate
TMB Substrate 2 vials
Solution
Stop Solution 2 N sulfuric acid 1 vial
Plate Sealers Adhesive strip 3 strips

10




B. STORAGE

Unopened Kit

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

Opened/
Reconstituted

Reagents

Wash Buffer (1x)

Stop Solution

Conjugate

TMB Substrate

*

May be stored for up to 1 month at 2-8°C

Standard

Use a new standard for each assay.

Discard after use.

Assay Diluent

RD1S

May be stored for up to 1 month at 2-8 °C.*

Calibrator Diluent
Concentrate (5x)/
RD5P

May be stored for up to 1 month at 2-8 °C.*

Use and discard diluted Calibrator Diluent

(1x). Prepare fresh for each assay.

Microplate Wells

Return unused wells to the foil pouch
containing the desiccant pack, reseal along
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.

11




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.

100 mL and 500 mL graduated cylinder.

Horizontal orbital shaker (0.12” orbit) capable of maintaining a speed of 500 + 50
rem

Use polypropylene tubes for dilution of standards and samples.
If using cell lysate samples, the following are also required:

* Cell 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.

Human Eotaxin-3 is detectable in human saliva. Take precautionary measures to
prevent contamination of kit reagents while running this assay.

12



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 (1x).

Cell Lysates - Cells must be lysed prior to assay as directed in the Sample Values
section. Samples may require dilution with Calibrator Diluent (1x).

Serum - Use a serum separator tube (SST) and allow samples to clot for 30 minutes
at room temperature before centrifugation for 15 minutes at 1000 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 (1x).

Plasma - Collect plasma using heparin or EDTA as an anticoagulant. Centrifuge for
15 minutes at 1000 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 (1x).

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

Cell culture supernates and cell lysates may require dilution due to high endogenous
levels. Multiple dilutions are recommended for unknown samples. Optimal dilutions
should be determined by the end user.

For cell lysates, quantitation of sample protein concentration using a total protein
assay is recommended. The suggested range for total cell lysate protein added is
0.1-0.4 pg/well. Optimal dilutions should be determined by the end user.

C. REAGENT PREPARATION

Bring all reagents to room temperature before use.

Note: Human Eotaxin-3 is found in human saliva. Wear a face mask and gloves to
protect kit reagents from contamination.

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).

Calibrator Diluent (1x) - Use deionized or distilled water to prepare Calibrator
Diluent (1x).

13



Human Eotaxin-3 Standard - Refer to the vial label for the reconstitution
volume* Reconstitute the Human Eotaxin-3 Standard with deionized or distilled water.
This reconstitution produces a stock solution of 2000 pg/mL. Allow the standard to sit
for a minimum of 15 minutes with gentle agitation prior to making dilutions.

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

Use polypropylene tubes. Pipette 900 uL of Calibrator Diluent (1x) into the 200
pa/mL tube. Pipette 500 pL into the remaining tubes. Use the stock solution to produce
a dilution series (below). Mix each tube thoroughly before the next transfer. The 200
pg/mL standard serves as the high standard. Calibrator Diluent (1x) serves as the
zero standard (0 pg/mL).

500 pL 500plL 500 uL 500pL 500 pL 500 pL

= Ve Ve W W YW \

100 pL Std. F: 1
<TR=
> | o
r ' _ u m m ’
2000 pg/mL 200 pg/mL 100 pg/mL 50 pg/mL 25pg/mL  125pag/mL  6.25pg/mL  3.13 pg/mL

D. 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.

14



VII.LASSAY PROCEDURE

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

recommended that all standards and samples be assayed in duplicate.

Note: Human Eotaxin-3 is found in human saliva. Use of a face mask and gloves to

protect kit reagents from contamination is recommended.

1.
2.

10.

Prepare all reagents and working standards 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 100 pL of Assay Diluent RD1S to each well.

Add 100 uL of standard and prepared sample per well. Cover with the adhesive
strip provided. Incubate for 2 hours at room temperature on a horizontal
orbital shaker (0.12” orbit) set at 500 + 50 rpm. 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 uL) 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 200 pL of Human Eotaxin-3 Conjugate to each well. Cover with a new
adhesive strip. Incubate for 2 hours at room temperature on a horizontal
orbital shaker (0.12” orbit) set at 500 + 50 rpm.

Repeat the aspiration/wash as in step 5.

Add 200 pL of TMB Substrate to each well. Incubate for 30 minutes at room
temperature. Protect from light.

Add 50 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.

15



11. CALCULATION OF RESULTS

Average the duplicate readings for each standard and sample and subtract the
average zero standard optical density (O.D.). Create a standard 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 human Eotaxin-3
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.

16
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WA FEHE R IEI ARG
FEA 1 2 3 1 2 3
FHIME (pg/mL) 43.6 86.0 131 44.4 91.7 139
b2z 0.570 1.06 1.77 3.66 7.79 11.6
CV% 1.3 1.2 1.4 8.2 8.5 8.3
B. [Hjgt=x

AFISRBIFEAR S AN A AR ZKF (9 A\ Eotaxin-3, #l%E H FIHR

FEARRY SERIEBCR (%) Vil (%)
HppE IR (n=5) 102 92-119
R (n=1) 97 94-99
NI (n=5) 93 81-106

A EDTA Ifi3% (n=5) 94 84-105
MNFZE I (n=5) 95 86-109

C. REE

AL T 26 illsE, A Eotaxin-3 /Al Al & (MDD) il 0.066-1.29 pg/mL.

*F-#) MDD A4 0.215 pg/mL.

MDD 2 HR45 201> 25 A 4 vH: it £ LRI WRO BEAE A1 S0 A o 1 22 T A5 B AR A

LR E o
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D. KIE
1% 5E 1 LAR&D Systems A= 7= 1 i 41 1) K A B 2 1A 1 =2 2H A\ Eotaxin-3#% 1E
E. Z&#

ANE RS 54T B8 N iR B 1 N\ Eotaxin-3, #RJE FI bR BRI (1) JGREAR

R SRS I Ve R P, 00 e

TR 15| anpusumyy | AILFE | AEDTAME | AFEME
MRS
(n=3) (n=3) (n=4) (n=4) (n=4)
“EIEARE
97 99 92 93 101
1:2 5 (%)
JEFE (%) 96-99 96-102 83-102 82-103 95-106
“FEMEAT
96 95 93 97 101
1:4 5 (%)
JEFE (%) 93-99 91-100 82-103 85-106 95-111
“FIEI
96 93 90 100 91
1:8 5 (%)
Ve (%) 95-98 89-96 82-106 86-110 84-97
“EEARE
92 95 93 99 90
116 H (%)
JEFE (%) 91-93 93-96 81-107 88-110 80-100

FEALEAT I AT HEAT 1R
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F. FEATUE

NI/ M3 - FEAGRGE hPPAh 1ok B R RS I IR AS o2 75 4742\ Eotaxin-3.

AT A A R AR AT T S

A - T
FEART % A AL Yo
(pg/mL) (pg/mL)
AILiE (n=30) 8.87 93 ND-16.7
ANEDTAIfL# (n=30) 7.35 93 ND-16.9
ND=R A H
FI9E JaH EZE
HEARR
(pg/mL) (pg/mL) (pg/mL)
ANHZIMHEK (n=30) 57.7 8.50-126 29.8

E: JFE L FHEAEotaxin-3-5 L E A RILT I G EH, FE 44 HIA Eotaxin-3
B, TN M A I FEAAE T 5o

SR B3 - NBFER K 40 (HUVEC) (5 x 108 cells/mL) #EEGMA T 15 5% .
YA 2 HE 100 ng/mLi B AN IL-45124 /N . X4 fass 7% iESnfeg, &
A Eotaxin-3, 455757 K H 8l 1514380 pg/mL.

MNZARY) - HUVECHRIEEGMEE 7R3 i iE 75 . AH M AR S Ek FH 100 ng/mLEE 4 A
IL-4 %% 7724/ Mt o B S FIPBSYE R4,  HI3-5f5UTiE A A KILysis Buffer 174 fi#,
BT UK 155380, &1 LA14000 x gt 558 B9 0055 8l LA BRANE EY T - 457 42 (1 41
R BB T E T, JHEAELES -70 °Co 8 TR ER 100 5 R 0 5 200 i 2 0 £ 1R
J&, H0.4 pg4nin 2@t 4T N Eotaxin-3 I 5E » AL M4 R L R AG By, il
WG 2L AR 15 2989.9 pg/mL.

G. fRit

60 77 12218 5l R AR A1 B 2H N\ Eotaxin-3.

LA F H B B 5~ FEARAE AR (1%) A2 ng/mLHHR BER 4%, FFakAT 52 SO B AN
o LA ) R 7E o Ve Rl 2 2H A Eotaxin-35% L it 1 BA2 ng/mL ik B il 4%, Fidk
AT TIIE . RGBT A BB T
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Recombinant human:

Other recombinants:

6CKine MDC mouse Eotaxin-3-like
CCL3L1 MIP-1a rat Eotaxin-3-like
Eotaxin MIP-13
Eotaxin-2 MIP-18
1-309 MIP-3a
IL-4 MIP-383
IL-13 RANTES
MCP-1 Resistin
MCP-2 STAT6
MCP-3 TARC
MCP-4 TECK
TRANCE

HUVEC + IL-4

o
s
2
==

kDa

150 —

100 —

%n—

50—

ar—
25—
20—
15—

10—

NIFEsf ik N B2 4 (HUVEC) 1E N B4 il A K 15 92 2k (R&D Systems, /=it di 5
CCMO027) 5= 2L A, SR Ja A3 T A FE 8 A 100 ng/mLE 41 A IL-4 (R&D Systems,
15204-IL/CF) Kb3E24/1Nf o Kgan s 7= LiE B O L BRdiiafme i, SRE 0%k, AR)E
i it Valukine Eotaxin-3 ELISAFIWestern 13zt 7 Hr ZH U FE o % F-WesternEl s, i
FE R FAEIL R SDS-PAGEX M N 0 i, #:# #|PVDFJE L, JFH1Gt x hCCL26/ Eotaxin-3

(R&D Systems, 17 5AF653) #AT 9% EliE. WesternE[lii 4 5 ELISAFE AH B 42

P

— Eotaxin-3

pg/mL

16000
14000
12000
10000
8000
6000
4000
2000
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IV. 256

. o
P 21
AMEMAEAR LS, RIS N i O B A FRTEE 4% .
(pg/mL) 0.D. Average Corrected
0 0.011 0.012 —
10 0.012
3.13 0.064 0.067 0.055
0.070
&% 6.25 0.118 0.123 0.11
g ! 0.127
3 125 0.236 0.241 0.229
3 0.246
3 25 0.434 0.454 0.442
0.1 +
o 0.474
50 0.840 0.862 0.850
0.883
- 100 1.591 1.621 1.609
: : : : 1.651
1 " 10 1000 200 2.889 2,904 2892
Human Eotaxin-3 Concentration (pg/mL) 2918
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V. SIS HB LT
A. IS

H K iR Fk
. . 8Pt \Eotaxin-3Pu A 196 FLEE 7 L4
Human Eotaxin-3 Microplate B, 8ILx12% 1HAR
Human Eotaxin-3 Conjugate R bRl 4t A Eotaxin-35i 4 ki
. # 2 NEotaxin-3fnifi i (AT , &5
Human Eotaxin-3 Standard R 2)
Assay Diluent RD1S o b
Calibrator Diluent Concentrate | W#4g bR HE MR (5%) , FTHRFR 1
(5x)/ RD5P i RS
Wash Buffer Concentrate (25x) | 4525 (25%) bk
TMB Substrate TMB ELISAJE% I/ TMBJEA ¥ 2Jff;
Stop Solution 2 S 1 bk
Plate Sealers AR 35k

B. W&

ARIFEHRFE 2-8°Cififr; HEBGGA BHA fEH]

el (1)

CATJF, FioRE iR

& 1R
2-8°Cfiffr, m#%30K*
BB RAS I BT
TMBJEYIVETR
PRk g BUAE B bR e, R EF.

gt el K% RD1S 2-8°Cfiff7, %= 30KR*

W 45 1 b HE A B R R

2-8°C fiff7, % 30 K*

TR R A T B C 1 £ 1 b T i

2-8 °Cf#ifs, mEZ30K*

(5%) / RD5P

B, 2 RINEF

R R FR B 6 T[] g A T Ja ) 4
(ERIURICEIR TS THAEN, S

“WIHE R B A BOH A
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. SKRFT B & as i

BEFRAC CAT I EE450 NS K (RIS K 540 nmEk570 nmis iE i K MR I D
R EEE TN B — R Sk

MK EE BT K

Dol (WD . Z@IE VA A SR

100 mLF1500 mL &

KRGS (0127 #iE) , #5f: 500450 rpm

155 P 5 PR 5 R A o R

U0 A A0 AR &, I 7 B DL R 4

MM ZLAAET17 (R&D Systems, ££5895943)

*PBS

. EEHEW

WU & T — S SRR, TRESE SR B R, SRR o

U & PR R BOE R YE L, IS IR . T A SRR

N Eotaxin-3n] fE N MEW A I ] BEATSLIE RS, 5 RIRIARfE i, By Lk alm) &

T
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A. FERUE R AETF

AT 3t A S SR AR AR R AU — AR T . R A R R R VP At o
MR TE BB - B0 RO, ST RN S BEAT R, JERRRE A i A 7E< -20°C
RIREE T, G S R IR FFwh T RE TR Z IR AE SRR (%) Mk

HRRBEY) - EIATAINZ AT, AEEIR CREARTIUE " B0 Pk BT AR AR . A
A RE T B AR R AR (1) Rk

M - MM EE (SST) , ibFEALE =R N ELEI307 41, SRJ54E1000 x g I
OANEL5 8. B ML RVEAT RN, B R IFEAFAES -20 °C. G R IR
RAPEIR . FEAS R R 2 PSRRI (1%) Fike.

M - A RSREDTAME ABTEICE IR . 7ERAEF307081 A, EA1000 x gy L
JIBS 0553 e SLRIRT B > B - AAAES -20 °C. b S B ERRl. #Fh ] fe 5 2 H AR
AERARERR (1%) Mk,

T FrERIR e M AL MY AR 2852 T o

B. PR

I R 77 I VORI A SR el T PRI KT, AT RE R B RS o S BORH R IR 2t
172 MR o AR A RN, e 28 FH P B

XA B, S A P A I U R A R IR o WU S A R SR AR
HHAEN 0.1-0.4 pg/fL. HEMEEEN - BATHIE .

C. HMmr#AEELIE

ERARTER A RARE T Z8R.

2E: Eotaxin-3777E T HER . 17 JiL#G ] E R 2 LUy 1] i) dar i) 32 77 37

TR (1%) . MUKFEHECHH R e SR T Re A 4, BT IEWIS: MEER, &
FRIRST, 54t e Ve AR . ATE20 mLIRZELEL N (25%) 7&K B
F2 B TR 5500 mLLAEVR BE IPeil (1%) .

PRI (1%) = U2 B KRB/ I s A dE SRR (1% &
AEotaxin-3t5#ifh: EIFAEFIESH S bR, 258 T /KEZE /K E19 A\Eotaxin-3
Pttt , 733K 92000 pg/mLbrit it i & BHR . BRER 2015058, K ini.
MU REN, BRI B

fER R . K900 pLbrik SRR (1%) 200 pg/mLifE H, 4% inA500
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uLo i FARVE i i 2 BRI S AR R 51 (AR o EHT N —IREBRT, SR aE
o 200 pg/mLAEFRAE th 2k i s o iSRS (1%) fEAZF A (0 pg/mL)

500 pL 500plL 500 uL 500pL 500 pL 500 pL
(f—i\»/ﬁt - YWan YWan W U \

100 pL Std.

>
T ' ' ' ' U '

2000 pg/mL 200 pg/mL 100 pg/mL 50 pg/mL 25pg/mL  125pag/mL  6.25pg/mL  3.13 pg/mL

D. HAR/MRIR

¢ HRGBEFEABRN, RERRIEK;

o ONTBRANGY, RHIASFEIREE RS BRI RGN E ek, 5
HANTRIR I3 7359 1 AN [ RO A% TR

o RBSI BRI SE B B A

o BRRIEAI, A A AR R DR AIESE SR A TR 1

¢ TMBJEMIFRAE EARATN VA, I RECORAE: ARG, # A sA ]
W

o ZOEMR BRI BRI TMBIEYIVE R _EAOBY — 86 INAZIERUG, FLAEHE B AR
W LA SR, RN RIS R iR &
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VILER{EP IR

fERET, A HARF A R R ER . BUCT A AR AR M BT S LA .
2. AEotaxin-3 /7 1E 1 AMER T o 15 I 115 FE LUl 7 i i r 377 5%

1 % E TR, R I A T AR R AR v i

2. ME-PHT 2R EIRAE BRI AL, AR BRSE R TFER N, B,
3. [ARANLATIIA100 pLf A IERDS o

4. 5y BVBASEIR BE AR UE S A SIS RE A NI N AL, FFFL100 plo 3R AR S e o7
L, BKFIRG R (0.12°%0E) , ¥%E: 50050 rpm, FRBE2/MN. H

St 7 — k96 LB &, AT F a0 SR A i R R AR A A o

5. REARABARIE 25, AR 2 @ TE PR a4 5 B ShvE BRALIEAR - & FLINBEE:#400 plL,
SRR RAR N DRI 25 . EERBRAEIIK, LTI IR BN R 2

BT3B SRR A IR . A — IRV A A, VSRR T YRR TR T BORE AR 151
FERR K ARAA T Fr A 5 B A 5

6. {ERMUILANINA200 uL A\ Eotaxin-3Eabrta il fiid . HIBr Mk iE s hAL, H

KPR EE (0.127308) , #E: 500 £ 50 rpm, EEBE 2/
7. EHEESH VIR
8. TERMUMILAINA200 uL TMBJEVAE TR, ZiRBE 30580 EEEE:
9. FERAMMALAIIIANS0 pL& LT, TERIAMILI, [HE R &5

10. IOANZ IS 105380, A5 ARG 8450 nm oG REME, 5 E540 nmEl570
nmE R IER K. WRBFEKEEATH, 450 nmFiE)H 2:540 nma570 nm
FIEEE . X PPIRTE RS T TR AR L 16 2R [ » AR IE T B 275450 nmAb AT 1)

BEE ] fE 2 o ey HEE ANHER
11. HEER:

R RFAARIE AL AIRE bty (1 R FLBOC IO, 2RI T AR e ah T 24ODIE (O.D.),

TNV E U S H0E 8 (4-PL) A& BIEFR eI 4. 51— BRUTi%

A 22 iy AR i RSP RO 5l b VR BE R A i pm v il 2, I I 1A
Ry s e AL 2R B T DUad i 2 ) A\ Eotaxin-33K FE X % 5 O.D. R £k
REANEAL, I H i A& 2T LB A B R « SRR A R S (E AN KRS

G EEEEE S
U SRR AR APRRE M vHE ph 28 5 )R R 0 203 AR £
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