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. BACKGROUND

Human Eotaxin is an 8.3 kDa, 74 amino acid (aa), non-glycosylated polypeptide that
is a member of the CC family of chemokines (1, 2). Human Eotaxin exhibits
considerable species cross-reactivity (3, 4), showing approximately 60% aa sequence
identity with both mouse and guinea pig Eotaxins (2, 5, 6). In comparison with other
human CC chemokines, Eotaxin shows 66% aa sequence identity with MCP-1 (1) and
58% aa sequence identity with MCP-4 (7). Eotaxin shows only 39% aa sequence
identity with Eotaxin-2, a molecule named for its biological activity rather than for
structural or sequence similarity to Eotaxin (8). Although Eotaxin may be constitutively
produced (9), it appears most often to be induced by inflammatory cytokines such as
IL-1, TNF-a and IFN-y (5, 9-11). Cells reported to produce eotaxin are quite varied in
type, including endothelial cells (2, 5, 12), fibroblasts (9), macrophages (2, 12),
ciliated and non-ciliated bronchial epithelial cells (2, 12), smooth muscle cells (2, 12),

chondrocytes (12), and eosinophils (2, 10).

Eotaxin has been shown to be a potent and selective chemoattractant for eosinophils
during inflammation and allergic reactions (13). The activities of Eotaxin have been
shown to be mediated by the human receptor CCR3, the third of eight currently known
CC family G-protein coupled chemokine receptors (14-18). CCR3 is a serpentine
45-55 kDa, 355 aa protein that is characterized by the presence of seven
transmembrane domains (19, 20). Although CCR3 is the only known receptor for
Eotaxin (Kd = 100-500 pM), other chemokines do bind to CCR3, including Eotaxin-2
and MCP-4 (with high affinity), MCP-3, leukotactin-1, and RANTES (with lower affinity)
(7, 8, 19, 21). Notably, modest changes in local pH and ionic strength markedly
impact eotaxin binding to CCR3, suggesting that small perturbations of the tissue
microenvironment may represent an additional mechanism for regulating the
biological effects of Eotaxin (22). Cells known to express CCR3 include eosinophils
(20), basophils (23, 24) and Type 2 T helper cells (Th2) (25).



I. OVERVIEW

A. PRINCIPLE OF THE ASSAY

This assay employs the quantitative sandwich enzyme immunoassay technique. An
antibody specific for human Eotaxin has been pre-coated onto a microplate.
Standards and samples are pipetted into the wells and any human Eotaxin present is
bound by the immobilized antibody. After washing away any unbound substances, an
enzyme-linked antibody specific for human Eotaxin 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 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, human serum and human plasma.
+ The kit should not be used beyond the expiration date on the kit label.

+ 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 RD5K/RD60O 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 forty separate assays to assess inter-assay precision.

CELL CULTURE SUPERNATE ASSAY

Intra-assay Precision

Inter-assay Precision

Sample 1 2 3 1 2 3
Mean (pg/mL) 66.8 184 390 67.5 193 396
Standard Deviation 20 8.4 23.5 7.8 18.2 40.2
CV% 3.0 4.6 6.0 11.6 9.4 10.2

HUMAN SERUM/PLASMA ASSAY

Intra-assay Precision

Inter-assay Precision

Sample 1 2 3 1 2 3
Mean (pg/mL) 64.5 109 377 63.4 190 400
Standard Deviation 25 5.8 12.8 7.3 19.6 33.5
CV% 3.9 5.3 3.4 11.5 10.3 8.4

B. RECOVERY

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

various matrices was evaluated.

Average %
Sample Type Range (%)
Recovery
Cell culture media (n=5) 100 86-111
Human Serum (n=5) 95 83-109
Human EDTA plasma (n=5) 99 82-115
Human Citrate plasma (n=5) 99 81-117




C. SENSITIVITY
The minimum detectable dose (MDD) of human Eotaxin is typically less than 5 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 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 and diluted with Calibrator Diluent RD5K/RD60O
to produce samples with values within the dynamic range of the assay.

Cell culture Human |Human EDTAHuman Citrate
Dilution
media (n=5) | Serum (n=5) plasma (n=5)| plasma (n=5)
Average % of
101 105 102 106
1:2 Expected
Range (%) 89-113 98-109 90-112 102-113
Average % of
99 103 101 106
1:4 Expected
Range (%) 96-104 94-113 91-110 98-117
Average % of
97 103 104 106
1:8 Expected
Range (%) 91-101 93-114 93-117 99-116
Average % of
98 101 97 105
1:16 Expected
Range (%) 93-103 92-112 89-115 98-116

F. SAMPLE VALUES

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




Range Standard Deviation
Sample Type Mean /mL
ple Typ (Pamb) | (pgimL) (pg/mL)

Human Serum (n=95) 163 50-642 78

Human EDTA plasma 80 30.972 43

(n=34)

Human Citrate plasma 132 47-399 81

(n=34)

Cell Culture Supernates - Human peripheral blood mononuclear cells (5 x 10°
cells/mL) were cultured in RPMI supplemented with 5% fetal bovine serum, 50 uM
B-mercaptoethanol, 2 mM L-glutamine, 100 units/mL penicillin, and 100 pg/mL
streptomycin sulfate. The cells were cultured unstimulated or stimulated with 10
Mg/mL PHA for 1 and 5 days. Aliquots of the cell culture supernates were removed
and assayed for human Eotaxin. All samples measured below the lowest Human
Eotaxin Standard, 15.6 pg/mL.

G. SPECIFICITY

This assay recognizes natural and recombinant human Eotaxin.

The factors listed below were prepared at 50 ng/mL in Calibrator Diluent RD5K/RD60O
and assayed for cross-reactivity. Preparations of the following factors at 50 ng/mL in a
mid-range recombinant human Eotaxin control were assayed for interference. No
significant cross-reactivity or interference was observed.

Recombinant human: Recombinant mouse:

CCL1/1-309 CCL3/MIP-1a

CCL2/MCP-1 CCL4/MIP-183

CCL3/MIP-1a CXCL1/KC

CCL4/MIP-1B

CCL5/RANTES

CCL7/MCP-3

CCL8/MCP-2

CXCL1/GROa

CXCL2/GROB

CXCL3/GROy

CXCL10/1P-10

Recombinant mouse Eotaxin does not interfere but does cross-react approximately
0.03% in this assay.



IV. EXPERIMENT

EXAMPLE STANDARD

These standard curves are provided for demonstration only. A standard curve should
be generated for each set of samples assayed.

CELL CULTURE SUPERNATE ASSAY (pg/mL) 0.D. Average Corrected
0 0.024 0.024 —
10 0.023
15.6 0.084 0.084 0.060
0.085
> 313 0.144 0.141 0.117
7 ! 0.138
2 62.5 0.235 0.234 0.210
5 0.234
® - 125 0.425 0.425 0.401
S 0.426
250 0.760 0.766 0.742
0.771
65 , ‘ 500 }gzslg 1.350 1.326
10 10 1000 1000 2219 2182 2158
Human Eotaxin Concentration (pg/mL) 2.144
SERUM/PLASMA ASSAY (pg/mL) 0.D. Average Corrected
0 0.029 0.029 —
101 0.029
15.6 0.084 0.086 0.057
0.089
L, 313 0.148 0.146 0.117
z ! 0.144
2 62.5 0.239 0.242 0.213
T 0.246
= | 125 0.444 0.446 0.417
o o 0.447
250 0.778 0.798 0.769
0.817
- 500 1.347 1.354 1.325
"o 100 1000 1362
1000 2.159 2.203 2174
Human Eotaxin Concentration (pg/mL) 2.047




V. KIT COMPONENTS AND STORAGE

A. MATERIALS PROVIDED

Parts Description Size
96 well polystyrene microplate (12 strips of 8
Human Eotaxin
wells) coated with an antibody against human 1 plate
Microplate
Eotaxin
Human Eotaxin Solution of antibody against human Eotaxin 1 vial
via
Conjugate conjugated to horseradish peroxidase
Recombinant human Eotaxin in a buffered
Human Eotaxin
protein base; lyophilized. Refer to the vial label | 2 vials
Standard
for reconstitution volume
Assay Diluent RD1W | A buffered protein base 1 vial
Calibrator Diluent A buffered protein base used to dilute standard 1 vial
via
RD5K and samples (For cell culture supernate samples)
Animal serum used to dilute standard and
Calibrator Diluent samples (For human serum/plasma samples. May 1 vial
via
RD60O contain a precipitate. Mix well before and during
use.)
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




B. STORAGE

Unopened Kit

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

Wash Buffer (1x)

Stop Solution

Conjugate

TMB Substrate

*

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

Standard

Discard the Eotaxin stock solution after 4

hours. Use a fresh standard for each assay.

Opened/

Reconstituted

Assay Diluent

RD1W

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

Reagents

Calibrator Diluent
RD5K

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

Calibrator Diluent
RD60O

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

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.




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.

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.

Calibrator Diluent RD60 contains sodium azide which may react with lead and
copper plumbing to form explosive metallic azides. Flush with large volumes of
water during disposal.

10



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 RD5K.

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 RD60O.

Plasma - Collect plasma using EDTA or citrate 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 RD60O.

Note: Heparin plasma are not recommended for use in this assay.

Hemolyzed samples are not suitable for use in this assay.

B. REAGENT PREPARATION

Bring all reagents to room temperature before use.

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).

Human Eotaxin Standard - Refer to the vial label for the reconstitution volume*.
Reconstitute the Human Eotaxin Standard with deionized or distilled water. This
reconstitution produces a stock solution of 10000 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.

Pipette 900 uL of the Calibrator Diluent RD5K (for cell culture supernate samples) or
Calibrator Diluent RD60O (for human serum/plasma samples) into the 1000 pg/mL
tube. Pipette 500 uL of the appropriate calibrator diluent into the remaining tubes. Use
the stock solution to produce a dilution series (below). Mix each tube thoroughly
before the next transfer. The 1000 pg/mL standard serves as the high standard. The
appropriate calibrator diluent serves as the zero standard (0 pg/mL).

11
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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.

12



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.

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 RD1W to each well.

Add 50 pL of standard 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 two times for a total of three
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 uL of Human Eotaxin Conjugate to each well. Cover with a new

adhesive strip. Incubate for 1 hour at room temperature.
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.

13



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
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.

14
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A\ Eotaxin /& —Fh 8.3 kDa. 74 @I (aa) . IEHEILLZ K, J&T CC bR 7%
% (1,2) . A3 Eotaxin HAM Mm WM aE X Mtk (3, 4) , 5/ BRAK R Eotaxin
BoRH Y] 60%(1 aa FHIMIEME (2,5,6) » 5HALAZ CC &L FHHLL, Eotaxin
5 MCP-1 ¥ aa J7 4 N 66% (1) , 5 MCP-4 ] aa [¥ FIMHFEFE A 58% (7D .
Eotaxin 5 Eotaxin-2 1 f 39%I¥] aa ¥ 5AH[R], Eotaxin-2 & — P H AL Wi P M A 44
1, A RKHZ M BT 515 Eotaxin ALl Ar 4 (8) o B4R Eotaxin 7] REA 4 ik
PRI (9) , (EE AT i1 IL-1. TNF-afil IFN-y25 58 iE 4R 155 (5, 9-11).
JEliE, WA eotaxin UAHRSER BRI 2 HE, QRN A (2,5,12) « MREAF4E4 R

(9 . BEWRAM (2,12) . FEBMELFEE LEAR (2,12) « “FEN4E (2,
12) « WEMM (12) DLARERRMERZEN (2, 10)

WHR RN, 78 ROE MBS R 0 H], Eotaxin S W R 4 40 i EA 5 2% P B i AL
SMER (13) . BH7iKH, Eotaxin g2 H A K% A& CCR3 /21, CCR3 & Hil
CLAI )\ CC Kk G B RIS 72 Ak HH 155 = 1~(14-18) . CCR3 & —#} 45-55
kDa. 355 aa flEIEE H, HAFSRGAE L MERSMIE (19,20) . B CCR3 &M
— A1) Eotaxin %24k (Kd = 100-500 pM) , {HH:Ab#&LKE T4 5 CCR3 454,

% Eotaxin-2 #1 MCP-4 CEM/1%im) « MCP-3. F14HMifi/r -1 A1 RANTES CGEARIH
B (7,8,19,21) . (HAEEME, Joil pH A58 N2 B B 5
Eotaxin 5 CCR3 454, XK WAL/ MBI T AE & 7 Eotaxin AR
55 —FpLE (22) o CLk1KIA CCR3 Mgl FEmg MR AN (20) « FEHRIERI4N
Ml (23,24) F12 8 T Higha (Th2) (25) .
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A. RBHE

BRARERARE (IRl A AN R FLIR] RS A D
CRIREE M =P, FEF AR 2 200K, LU E R ARSI o
RSB (AN B Z TR AR RE B 5 )
CANRE I =AFEA,  fEA FIARIE] 70 AR 40K, DL 5 B R RS i

AN IR b e
BN R MR AR B
FEA 1 2 3 1 2 3
P (pg/mL) 66.8 184 390 67.5 193 396
b 2 2.0 8.4 23.5 7.8 18.2 40.2
CV% 3.0 4.6 6.0 11.6 9.4 10.2
YNSRI
RAREHE R RS TR B
FEA 1 2 3 1 2 3
SFEME (pg/mL) 64.5 109 377 63.4 190 400
bR 2.5 5.8 12.8 7.3 19.6 33.5
CV% 3.9 5.3 3.4 11.5 10.3 8.4
B. EkZE
AN FIZRBIREA 45 N AR Bl P AR 5] 7K SF (¥ A Eotaxin, & e mIic
i ¥ it FEIERER (%) HE (%)
PSR (n=5) 100 86-111
NI (n=5) 95 83-109
A EDTA Ifi3¢ (n=5) 99 82-115
NFFBERR R (n=5) 99 81-117
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C. REEZE

A Eotaxin [1)#/Nal £ U5 & (MDD) % /M 5 pg/mL.

MDD 4545201 52 15 L) W Y6 A 0 P S8 9 £l 24548 1 iy X
R o

D. KIiE

PN EVE LAR&D Systems E 7= 1 w4 FE I E. colizR ik ) = 20 A\ Eotaxin#% iE .

E. &t

VRGN E Ik, AN AIREAS oS B8 N ik FE ) N Eotaxin, R = F AR HE fh MR
T RDSK/RDBOR A e RIGIVE AT, 0 FL ek

ARk srE | AME | AEDTAMYE | AFFEES:Mm
RS
(n=5) (n=5) (n=5) ¥ (n=5)
CESSMEARE (%) 101 105 102 106
" TLHE (%) 89-113 98-109 90-112 102-113
S EMREE (%) 99 103 101 106
1.4 TWHE (%) 96-104 94-113 91-110 98-117
SIS EAREE (%) 97 103 104 106
. TLH (%) 91-101 93-114 93-117 99-116
SEBMEIRE (%) 98 101 97 105
e T (%) 93-103 92-112 89-115 98-116
F. HAHE

NIE/ MR - FEASRES APl 1ok B 2RI i B S e R 2 /7242 A Eotaxin.
ASHIFC AL B A A 5
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“FHME Ju R =
FEA KR
(pg/mL) (pg/mL) (pg/mL)
ANIME (n=95) 163 50-642 78
ANEDTAIfL% (n=34) 80 32-272 43
NP M3 (n=34) 132 47-399 81

Mg LW - ASME MLEAAZ AP (5%108 cells/mL) #E4MFE T 5% 25 i% . 50 uM B-
FILZWE. 2 mML-2 & BEf. 100 units/mL#E % £ 1100 ug/mLEE S R R £ ) RPMI
Rrap b i gE . AMTE ATEL T 10 ug/mL PHARIS HI B 0L R 3R 1 R M5 R . BUE 55
EEW, WE KSR N Eotaxin, BT R il € B 1K T 5 ik A Eotaxin I #x #E i, 15.6
pg/mL.

G. fRit

A I 7 AR R AR AN E 41\ Eotaxin..

DU #1102 AR AR AE i A B RDSK/RDBO H1 B0 ng/mL ik FE il 2%, IF#EAT A8 e
FEPENE o BLR F1 S B R L P8 G =20\ Eotaxinsf B i o BL50 ng/mL I 2 il 4,
FEBEAT T-IRE « AREE SN ) A8 X BB T3 o

Recombinant human:

Recombinant mouse:

CCL1/1-309

CCL3/MIP-1a

CCL2/MCP-1

CCL4/MIP-18

CCL3/MIP-1a

CXCL1/KC

CCL4/MIP-1B

CCLS5/RANTES

CCL7/MCP-3

CCL8/MCP-2

CXCL1/GROa

CXCL2/GROB

CXCL3/GROy

CXCL10/1P-10

HA/N R Eotaxin A& T, BRI 2 & A £90.03% 158 RN o
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IV. 256

v B 2% S

ZARE I AEAR NS5, BRHRSIR IR N RIARAE 2R

CELL CULTURE SUPERNATE ASSAY (pg/mL) 0.D. Average Corrected
0 0.024 0.024 —
10 0.023
15.6 0.084 0.084 0.060
0.085
> 313 0.144 0.141 0.117
g ! 0.138
3 62.5 0.235 0.234 0.210
T 0.234
2 i 125 0.425 0.425 0.401
S 0.426
250 0.760 0.766 0.742
0.771
a5 . ‘ 500 H‘s‘g 1.350 1.326
10 10 1000 1000 2219 2182 2158
Human Eotaxin Concentration (pg/mL) 2.144
SERUM/PLASMA ASSAY (pg/mL) 0.D. Average Corrected
0 0.029 0.029 —
101 0.029
15.6 0.084 0.086 0.057
0.089
L, 313 0.148 0.146 0.117
-E 1 0.144
2 62.5 0.239 0.242 0.213
T 0.246
= 125 0.444 0.446 0.417
o o 0.447
250 0.778 0.798 0.769
0.817
- 500 1.347 1.354 1.325
"o 100 1000 1362
1000 2.159 2.203 2174
Human Eotaxin Concentration (pg/mL) 2.047
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V. SIS HB LT
A. IS

H ik A FirE
o AT Eotaxinfi ik 96 FL IR A St
Human Eotaxin Microplate 1HAR
87Lx 12%
Human Eotaxin Conjugate fig bRt A\ Eotaxindit f4 g
’ Eotaxin Standard H 2 NEotaxintaifiit (AT , ZHE o
uman Eotaxin Standar .
PRASHEAT I
Assay Diluent RD1W o b
PR ARRE,  F T BRI S RO b \
Calibrator Diluent RD5K ' ' ‘ i
CH T L5 LIE R i)
PR AR, F T BRI S RO b
Calibrator Diluent RD60 CHFA M AL ATEE S B 00EY VR
1EH BT R EH A FE 1 75 77 i )
Wash Buffer Concentrate (25x) | IRAATEIRZEMIR (25%) bk
TMB Substrate TMB ELISAJEH I/ TMBJEA ¥ 2)
Stop Solution 2k gbiin
Plate Sealers Epigi 35k
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B.

WA

s

(=}
NiTiN

AT 3t

2-8°Cfilifr s R EABAA ]

Vel (1%)

2 11

L2 Ay iRillEAREN

TMBJEE W

2-8°Cfitifr, m%30K*

CLTIF, R ik

Eotaxinfifs % N £ 4/ N Ja 5 . BRI E #
A5 T BB i o

B A A
1 I RDTW 2-8°Cfi#if7, W Z 30K
PRUER R PERRD5K | 2-8°ChkfE, % 30 K+
PrdE SR RERDEO | 2-8°CHikfE, % 30 K
W A H BB SR TBUR] A R R T AR Y,
BB TRALIR 5% s

2-8 °Cfitifs, m%30K*

“IB IR A RO A

C.

KT B AR AR

FEARAC ORI 5450 nimASEIlgE K T A f2 540 nmER570 nmifs i3 K I IsC{E D

AR P I 2 S — R PR Sk
ZRNBK B 2 B K

Vel (WD« ZEE BEAR SR B A SR L

500 mL i fH
MR bR AE A K 1

EEHE

WU & I — S SRR, TRESE S I BB N, IR o

U & PR R BOE R YE L, IS P IRAS T A SRR BT
PRAERL A FERRDBO & A B RN, 1ZH AT RE S EYRIERE A A N, A R
W& EE RN . WMHR, HHKEHAKMGE.
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VI. LIS e

5

A. FEEREE AT

PAR 51 H e R AR AR SR AU E D — AR R - RE RSS2 PR R R PRAG o
MRt BV - B0 R RIORIA, SRS TR, FRRRE B A7 RS -20°C
ROMRIE S, G SO VR R, A T RS 7 ARV S R R T RDS KA«
MYE - A i 5 25 (SST), iLFEASE =R N 30581, SRJ57E1000 x gy B O
FIR B 0SBl 4388 MIE HSLRIEAT R, BN S AP AES -20 °C. G S ARl
IR FEAT] BE T2 HIFRAE M A PR RDB ORI B .
M3 - {FEDTASAT B IR EAE NPTl IR M2 . 7 RAEIE3040 80P, L1000 x g5
O IO 50 % . LRI B > 26 H i A7 7E< -20 °C. B F VR, FF 5Pl Be 7 2L
PR i W FEURDB O R B¢
Y KEMAEE R AETIFF M

VB ILIE A& T 211 5%
B. RFT#HESLTE
ERRTER A EARE T R’
PRI (1%) « MUKF U PR AR DA T REA 25, JB T IER IS, WE =R, &
TRIRA], FRG S A VARG PRI HIVE . FIE20 mLIRZEVES N (25%) FH#EI#KEL
F B TR R 500 mLTAEWR BEIIBEGR (1%)
AEotaxintz#dh: EHEATIESEM SRS, H LB T/KEEME /K E N\ Eotaxints
A, 132K 910000 po/mLbre i il & BREL. R 2015008, H A0 E.
A eI, TSR R S .
FF T E #4900 pLbRE it AR B RDSK (T L7878 ) BUbRAE i Wi B {RD6O
A M8 e FE A #1000 pg/mLiE . HAE Fh a8 i N500 pLAH S by e
AR . SRR AE il 2 BRI 25 LU R R R 51 (I R o TERIRIERE 20T,
W R EMIRIR S - 1000 pg/mLAE Abs it B 25 IF o b s bRt SRRV A b il 28
K25 (0 pg/mL) .
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500 pL 500ul 500 pL 500 pL 500 pL 500 pL
r\“/\/\/\“/\

100 pL Std.

B
@ 0O 9 8§ 0

10,000 pg/mL 1000 pg/mL 500 pg/mL 250 pg/mL 125 pg/mL 62.5pg/mL 31.3 pg/mL 15.6 pg/mL

C. BIR/PMER

IRE B R A, SRR IR,

N T BEGAT GGG, BRI FIREERR R . BRI F R TR R ek, )
HANTRIR I3 7359 1 AN [ RO A% TR

RSB A 5E B B _E A

BRSBTS IR B AR v ORAIE S5 R X HERf 5

TMBIEHH AL EARIR R, BRIIRAE: RIS, 45 TE G AR
VRN (5

L 1LY 82 ] TMB A AR — 250 I LU, LB f e
o AL ST, NIRPAABERIESIE SRS
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VILIRIED R

fERRT, KA AR M 2R BUOS A P AR ST S LR .
Lo MU, MR LT 7 R R AR

2. MO P £ =R AR, KRR AN, ST
3. AL I 100 LRI RRDT1W .,

4. 73 AREAS FIR BERRAE S M SEIR A A RN P, REAL50 pl. SR B (E S
1L, ZRBE2/PE. U FHAE T —5KkO6FLEIR K, AT H T icsbrE i A0 A

ZNLTSE AR

5. REAABRARIR 2%, A PRI 22 38 T8 Pehi 2 B E ShBEBRAL AR « B FLANBEE: 400 uL,
SRJE AR NP 25 . R IRAF2UK, LU, MRS BN R BA A

BT3B SRR R o R — IRV AT A, 3R AR A BT A AR R T BRI 150 L
FEMR K ARHAT P A 5 B A

6. FEEEMMFLAINIA200 L A EotaxinBEbrAs il Hiik . FIHT B OB S N L, =

EREE 1/
7. BEEBESLUMERE;
8. TERAMMILAIINA200 uL TMBJEA TR, ZiRFE 30580 . FEEE:
9. TEFANFUSLAIMAS0 pLZ LR, ERMMALR, SERIR S5

10. IIANZ G108, 5 A ARG 8450 nm O REME, 5 E540 nmEl570
nmE R IER K. WRBFEKEEATTH, 450 nmFiE ) 2:540 nma570 nm
IR o X PRI A IE BEAR AR O 2 B o VA AR TE T B3 7E 450 nmAb 4T 1

BEAAT B 2 o8 Ry HLURE AN
11, THEER:

R RFABRAE AL AIRE bty (1 R FLBOC IO, 2R T AR e ah T4 ODIE (O.D.),

TNV E U S H0E 4 (4-PL) I & BIEFREI 4. 51— BRUTi%

A 22 iy b AR i R RO xRV B R A i pr v it 2, i i 1A
) R R A 2. HE R D 2 i)\ Eotaxinif B X% #5 O.D. X £
RENEAL, I H i A& 2T LB A B R o AR A R S (E AN KRS

i R EE U4
U SRR R APRRE M vHE ph 28 5 )R R 0 203 AR £
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