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. BACKGROUND

IP-10 (interferon-gamma inducible protein 10 kDa), also known as CXCL10, was
originally identified as an IFN-y-inducible gene. It is induced in a variety of cells in
response to IFN-y and LPS. In contrast to other CXC chemokines, IP-10 has no
chemotactic activity for neutrophils. It is a pleiotropic molecule that appears to target
activated T cells and monocytes (1-3). IP-10 inhibits bone marrow colony formation
and angiogenesis (4, 5). It can also stimulate NK and T cell migration, regulate T cell
maturation and modulate adhesion molecule expression (for a review, see reference
6).

IP-10 cDNA encodes a 98 amino acid (aa) precursor protein with a 21 aa signal
peptide that is cleaved to generate a 77 aa mature protein (1). The aa sequence of
IP-10 indicates that it is a member of a subfamily of CXC chemokines lacking the ELR
domain.

CXCR3 is a receptor for both IP-10 and MIG (7, 8). It is highly expressed in
IL-2-activated T lymphocytes and can also be expressed on eosinophils (9), yet is
undetectable in resting T lymphocytes, B lymphocytes, monocytes or granulocytes.
CXCR3 can also be expressed on CD34* hematopoietic progenitors from human cord
blood stimulated with GM-CSF, but not on freshly isolated CD34* progenitor cells (10).
CXCRS3 promotes Ca?* mobilization and chemotaxis specifically in response to IP-10
and MIG, and not to other CXC or CC chemokines (7).

IP-10 mRNA is expressed by activated T lymphocytes, neutrophils, splenocytes,
keratinocytes, osteoblasts, astrocytes, endothelial cells, and smooth muscle cells (11).
Itis also expressed in inflammatory skin diseases and cutaneous T cell lymphomas.

IP-10 expression has been associated with HIV infection. It can contribute to the
accumulation of activated T cells in the cerebrospinal fluid compartment in HIV-1
infected individuals (12). The retroviral transactivator, HIV-1 Tat, is a potent inducer of
IP-10 expression in astrocytes (13). Tat can induce expression levels of IP-10
sufficient to promote chemotaxis of peripheral blood lymphocytes. This Tat-mediated
IP-10 mRNA induction can be suppressed by a mitogenactivated protein kinase
(MAPK) inhibitor, thus indicating that MAPKs play a major role in Tatmediated
chemokine induction in astrocytes.

IP-10 expression has also been shown to be significantly elevated in astrocytes within
the brains of Alzheimer's Disease patients (14). Astrocytes expressing IP-10 are
commonly associated with senile plaques. The receptor for IP-10, CXCR3, can be
detected constitutively on neurons and neuronal processes in various cortical and
subcortical regions of the brain.



I. OVERVIEW

A. PRINCIPLE OF THE ASSAY

This assay employs the quantitative sandwich enzyme immunoassay technique. An
antibody specific for human IP-10 has been pre-coated onto a microplate. Standards
and samples are pipetted into the wells and any human IP-10 present is bound by the
immobilized antibody. After washing away any unbound substances, an
enzyme-linked antibody specific for human IP-10 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 IP-10 bound in the initial step. The color development is stopped,
and the intensity of the color is measured.

B. LIMITATIONS OF THE PROCEDURE

¢+ FOR RESEARCH USE ONLY. NOT FOR USE IN DIAGNOSTIC PROCEDURES.

+ This kit is suitable for cell culture supernate, human serum, human plasma,
human saliva and human urine.

+ 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 RD5K/RD6Q 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/HUMAN SALIVA/HUMAN URINE ASSAY

Intra-assay Precision Inter-assay Precision
Sample 1 2 3 1 2 3
Mean (pg/mL) 70.3 174 342 80.7 194 362

Standard Deviation 2.07 5.15 10.74 7.91 13.48 24.27

CV% 29 3.0 3.1 9.8 6.9 6.7

HUMAN SERUM/PLASMA ASSAY

Intra-assay Precision Inter-assay Precision
Sample 1 2 3 1 2 3
Mean (pg/mL) 67.4 168 334 70.7 182 366

Standard Deviation 3.12 4.99 11.15 6.23 11.12 18.93

CV% 4.6 3.0 3.3 8.8 6.1 5.2

B. RECOVERY

The recovery of human IP-10 spiked to levels throughout the range of the assay in
various matrices was evaluated.

Sample Type Average % Recovery Range (%)
Cell Culture Media (n=4) 95 88-101
Human Serum (n=5) 99 88-112
Human EDTA plasma (n=5) 99 90-109

Human Heparin plasma
(n=5)

99 87-113




C. SENSITIVITY

Fifty-seven assays were evaluated and the minimum detectable dose (MDD) of
human IP-10 ranged from 0.41-4.46 pg/mL. The mean MDD was 1.67 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 human IP-10 produced at R&D Systems.

is calibrated against a highly purified E-coli-expressed

E. LINEARITY

To assess the linearity of the assay, different samples were containing or spiked with
high concentrations of human IP-10 and diluted with Calibrator Diluent RD5K/RD6Q

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

Cell Human Human
Human . Human [Human
culture EDTA Heparin
Dilution Serum Saliva | Urine
samples plasma | plasma
(n=5) (n=5) (n=4)
(n=9) (n=9) (n=9)
Average % of
102 102 104 106 110 103
1-2 | Expected
Range (%) 95-106 92-107 95-113 | 101-112 | 106-118 [101-106
Average % of
102 106 104 108 112 106
1:4 | EXxpected
Range (%) 96-106 93-117 98-111 101-113 | 108-120 |102-110
Average % of
103 106 98 106 112 109
1-8| Expected
Range (%) 97-107 99-112 94-111 97-112 | 108-127 [101-117
Average % of
102 106 102 105 117 110
1-16| Expected
Range (%) 92-112 99-115 83-108 98-112 | 117-117 | 98-121




F. SAMPLE VALUES

Human Serum/Plasma/Saliva/Urine - Samples from apparently healthy volunteers
were evaluated for the presence of human IP-10 in this assay. No medical histories
were available for the donors used in this study.

Sample Type Mean (pg/mL) Range (pg/mL)
Human Serum (n=60) 89 38-361
Human EDTA plasma (n=35) 96 47-382
Human Heparin plasma (n=35) 110 52-450
Human Saliva (n=5) 729 292-1340
Mean of
Sample Type Detectable % Detectable Range (pg/mL)
(pg/mL)
Human Urine (n=18) 17.2 67 ND-49.7

ND=Non-detectable

Cell Culture Supernates:

Human peripheral blood cells (1 x 10°% cells/mL) were cultured in DMEM
supplemented with 5% fetal bovine serum, 50 mM B-mercaptoethanol, 2 mM
L-glutamine, 100 U/mL penicillin, and 100 ug/mL streptomycin sulfate. Cells were
cultured unstimulated or stimulated with 10 ug/mL PHA. Aliquots of the cell culture

supernates were removed and assayed for levels of human IP-10.

Condition Day 1 (pg/mL) Day 5 (pg/mL)
Unstimulated 29,774 21,900
Stimulated 18,456 11,091

THP-1 human acute monocyte leukemia cells were cultured in RPMI supplemented
with 10% fetal bovine serum, 50 uM B-mercaptoethanol, 2 mM L-glutamine, 100 U/mL
penicillin, and 100 ug/mL streptomycin sulfate. Cells were stimulated with 1.0 ug/mL
recombinant human IFN-y for 8 hours and then 1.0 uyg/mL LPS was added. Cells were
incubated for an additional 18 hours. An aliquot of the cell culture supernate was

removed, diluted 600-fold and assayed, and measured 164,640 pg/mL.



G. SPECIFICITY
This assay recognizes natural and recombinant human IP-10.

The factors listed below were prepared at 50 ng/mL in Calibrator Diluent RD5K/RD6Q
and assayed for cross-reactivity. Preparations of the following factors at 50 ng/mL in a
mid-range recombinant human IP-10 control were assayed for interference. No
significant cross-reactivity or interference was observed.

Recombinant human: Recombinant mouse: Recombinant porcine:
BLC/BCA-1 BLC/BCA-1 IL-8
ENA-78 CRG-2 (IP-10)

GCP-2 GCP-2

GROa KC

GROB MIG

GROy SDF-1a

IFN-y

IL-8

IL-8, endothelial

cell-derived

I-TAC

MIG

NAP-2

SDF-1a

SDF-1B




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/SALIVA/URINE ASSAY (pg/ml) 0.D. Average Corrected
0 0.027 0.027 —
10 0.027
18 0.052 0.050 0.023
0.048
15.6 0.082 0.079 0.052
£ 0.076
2 13 0.145 0.143 0.116
3 0.141
= 62.5 0.288 0.284 0.257
o o1 0.281
125 0575 0.582 0.555
0.588
250 1.251 1.233 1.206
2el ' ] 1215
! N 100 1000 500 2455 2458 281
Human IP-10 Concentration [pgfm L) 2.460
(pa/mL) 0.D. Average Corrected
SERUM/PLASMA ASSAY 5 T i -
s 0.027
18 0.064 0.062 0.035
0.061
15.6 0.101 0.096 0.069
z 1 0.090
§ 313 0.174 0.170 0.143
=) 0.166
£ 62.5 0338 0326 0.299
& ol 0314
125 0.652 0.640 0.613
0.629
250 1314 1.301 1.274
0.01 . : \ 1.288
1 10 100 1000 500 2622 2693 2.666
Human IP-10 Concentration (pg/mL) 2.764




V. KIT COMPONENTS AND STORAGE

A. MATERIALS PROVIDED

Parts Description Size
96 well polystyrene microplate (12 strips of 8
Human IP-10
wells) coated with an antibody against human 1 plate
Microplate
IP-10
Human IP-10 Solution of antibody against human IP-10 1 vial
via
Conjugate conjugated to horseradish peroxidase
Recombinant human IP-10 in a buffered protein
Human IP-10 Standard| base; lyophilized. Refer to the vial label for 1 vial
reconstitution volume
Assay Diluent RD1-56 | A buffered protein base 1 vial
) . A buffered protein base used to dilute standard
Calibrator Diluent
and samples (For cell culture supernate/human | 1 vial
RD5K
saliva/human urine samples)
) . A buffered protein base used to dilute standard
Calibrator Diluent
and samples (For human serum/human plasma | 1 vial
RD6Q
samples)
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

Aliquot and store at < -20 °C in a manual
defrost freezer.* Avoid repeated

freeze-thaw cycles.

Opened/

Reconstituted

Assay Diluent RD1-56

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

RD6Q

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.

10




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.

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 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 RD6Q.

Plasma - Collect plasma using EDTA or heparin 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 RD6Q.

Note: Citrate plasma has not been validated for use in this assay.
Grossly hemolyzed samples are not suitable for use in this assay.

Saliva - Collect saliva using a collection device such as a Salivette or equivalent.
Assay immediately or aliquot and store samples at < -20 °C. Avoid repeated
freeze-thaw cycles. Samples may require dilution with Calibrator Diluent RD5K.

Note: Saliva collector must not have any protein binding or filtering capabilities.

Urine - Aseptically collect the first urine of the day (mid-stream), voided directly into a
sterile container. Centrifuge to remove particulate matter, and assay immediately or
aliquot and store at < -20 °C. Avoid repeated freeze-thaw cycles. Samples may
require dilution with Calibrator Diluent RD5K.

B. SAMPLE PREPARATION

Most cell culture supernate samples recommend at least a 30-fold dilution. A
suggested 30-fold dilution is 10 yL of sample + 290 yL of Calibrator Diluent RD5K.
Optimal dilutions should be determined by the end user.

All human saliva samples recommend at least a 10-fold dilution. A suggested 10-fold
dilution is 25 pL of sample + 225 L of Calibrator Diluent RD5K. Optimal dilutions
should be determined by the end user.

12



C. REAGENT PREPARATION

Note: 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 IP-10 Standard - Refer to the vial label for the reconstitution volume*
Reconstitute the Human IP-10 Standard with deionized or distilled water. 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.

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

Use polypropylene tubes. Pipette 900 uL of Calibrator Diluent RD5K (for cell culture
supernate/human saliva/human urine samples) or Calibrator Diluent RD6Q (for
human serum/plasma samples) into the 500 pg/mL tube. Pipette 500 pL 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 500 pg/mL standard serves as the high standard. The appropriate calibrator
diluent serves as the zero standard (0 pg/mL).

500 pL 500 pL 500 pL 500 pL 500 pL 500 pL
e _—
100 L Std.
P » : ey —
STANDARD
1 @ @ @ | v @
R B - S y/ \ _4 7 \ /4
5000 pg/mL 500 pg/mL 250 pg/mL 125pg/mL 625 pg/mL 313 pg/mL 15.6pg/mL 7.8 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.

13



® 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: High concentrations of human IP-10 are found in human saliva. Take
precautionary measures to prevent contamination of kit reagents.

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.

For Cell Culture Supernate/Human Saliva/ Human Urine samples: Add 150
ML of Assay Diluent RD1-56 to each well.

For Human Serum/Plasma samples: Add 75 uL of Assay Diluent RD1-56 to
each well.

For Cell Culture Supernate/Human Saliva/ Human Urine samples: Add 100
ML of standard and prepared sample per well. Cover with the adhesive strip
provided. Incubate for 2 hours at room temperature.

For Human Serum/Plasma samples: Add 75 uL of standard and prepared
sample per well. Cover with the adhesive strip provided. Incubate for 2 hours at
room temperature.

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 IP-10 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 200 pL of TMB Substrate to each well. Incubate for 30 minutes at room
temperature. Protect from light.

Add 50 uL 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 log/log
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 a log/log graph. The data
may be linearized by plotting the log of the human IP-10 concentrations versus
the log of the O.D. on a linear scale and the best fit line can be determined by
regression analysis.

If samples have been diluted, the concentration read from the standard curve
must be multiplied by the dilution factor.

16
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MDD 245,201 5 52 9% ot FLATR G SE LA 35BS b 2 14 B0 A
BRI

D. K

2056 LARGD Systems’t: 135 40 1 K i FF B84 1) T 4L AIP- 10K

E. %tk

ANEREA P& 58 N BRI N IP-10, SR 5 P s 5 F6 B i RD5K/RD6 QA A Hi
BRI ITEE Py, e H 2R

MR
| AMLE | AEDTAIL AFFRILE AER | ARE
RRAE S 7L ‘
(n=5) | #(n=9) | (n=9) (n=5) (n=4)
(n=9)
SERMEIARE
102 102 104 106 110 103
1.2 (%)

TaH (%) 95-106 | 92-107 | 95-113 | 101-112 | 106-118 | 101-106

FIEINRHE
1:4 (%)

102 106 104 108 112 106

TulE (%) 96-106 | 93-117 | 98-111 101-113 | 108-120 | 102-110

FEMESAE
1:8 (%)

103 106 98 106 112 109

JulH (%) 97-107 | 99-112 | 94-111 97-112 | 108-127 | 101-117

FIEINRHE
11 (%)

102 106 102 105 117 110

TulE (%) 92-112| 99-115 | 83-108 98-112 | 117-117 | 98-121
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F. FEATUE

NI/ M3 /R PRI - AEA 06 PG 1 oK R g e 5 JE o AR A o2 T A7 A
N IP-100 ASHF 5 P O A B4 0 52

FEA SRR FIE (pg/mL) JEH (pg/mL)
ANIfiiE (n=60) 89 38-361
A EDTA i3 (n=35) 96 47-382
N M3 (n=35) 110 52-450
NMER (n=5) 729 292-1340
FEA SRR IR %R Rl 2 e
(pg/mL) (pg/mL)
AJR# (n=18) 17.2 67 ND-49.7

ND=A A H
pREFR BB

NAME AR (1108 HMe/mL) 76 & 5% a4 i . 50 mM B-5iF 4 F%. 2 mM L-
BRABNE. 100 U/ZTHEEH R M100 ug/Z 71555 E 0 S FDMEM R 1% 5% . ZH0/E R
3 10 ug/mL PHARIESS B 9% . BRI S 9% Fis e, I5E AIP-10f47KF .

%A 1 X (pg/mL) 5K (pg/mL)
AR 29,774 21,900
bz 18,456 11,091

THP-1 A\ S B 20 i 1 If75 20 B AE A8 1 10% R 2F L3 « 50 uM B-3i 2k 2. F% . 2 mM L-
BEMEZ . 100 U/ImLEF R A100 pg/mL BB EE R 2= MRPMIE; 72 3L R 15 9% . 41 A
1.0 pg/mLE 20 A IFN-y ) 348/ Nt J5, FEIIA.0 pg/mL LPS. ZHJfigk 4L 17718/ . HX
RS TR FIEW, MRE600RT fa b TR, A3 B 164,640 pg/mL.

G. Rt

Rl 7 AR RAR AN EH N IP-10.
PATF Z1) tH PR~ ZE A7 1 it 4 BV RDSK/RDB Q! BAS0 ng/mL i BE il %, T HEATAE U

RN 5E o

LAR 21t F EAL A AR FE E N IP-10 X FE

FEBEAT T-IRE « ARAEE SN 1) A8 X BB T3 o
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Recombinant human:

Recombinant mouse:

Recombinant porcine:

BLC/BCA-1 BLC/BCA-1 IL-8
ENA-78 CRG-2 (IP-10)

GCP-2 GCP-2

GROq KC

GROB MIG

GROy SDF-1a

IFN-y

IL-8

IL-8, endothelial cell-derived

I-TAC

MIG

NAP-2

SDF-1a

SDF-1B
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IV. 256

A vHE B 2% S

ZARE I AEAR NS5, BRHRSIR IR N RIARAE 2R

CELL CULTURE SUPERNATE/SALIVA/URINE ASSAY

10 4

£ 14
H
2
S
& o
0.0
1 10 100 1000
Human IP-10 Concentration (pg/mL)
SERUM/PLASMA ASSAY
10 4
£ 14
[=]
T
& o
0.01
1 10 100 1000

Human IP-10 Concentration (pg/mL)
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(pg/mlL) 0.D. Average Corrected
0 0.027 0.027 —_

0.027

18 0.052 0.050 0.023
0.048

15.6 0.082 0.079 0.052
0.076

33 0.145 0.143 0.116
0.141

62.5 0.288 0.284 0.257
0.281

125 0575 0.582 0.555
0.588

250 1.251 1.233 1.206
1.215

500 2455 2458 2431
2.460

(pa/mL) 0.D. Average Corrected
0 0.027 0.027 —_

0.027

18 0.064 0.062 0.035
0.061

15.6 0.101 0.096 0.069
0.090

3.3 0.174 0.170 0.143
0.166

62.5 0338 0326 0.299
0314

125 0.652 0.640 0613
0.629

250 1314 1.301 1.274
1.288

500 2622 2693 2.666
2.764




V. SIS HB ST
A. IS

R it FirE
_ BB IP-105TAR 96 FLERH 207tk , 8
Human IP-10 Microplate 1HAR
flx 12%
Human IP-10 Conjugate bt T A IP-1051 14 g
’ P10 Standard EﬁNRmﬁ@%<%$>,§%ﬁ%ﬁ1m
uman IP- andar
AT EE
Assay Diluent RD1-56 Luotillie i
Calibrator Diluent RD5K PRAE MR, FH TR bR e it RO i (A7 -
alibrator Diluen
TIRUTFTR L5700 N HERI N SR IR FE i)
_ _ PRt AR, TR RERRUE S AR
Calibrator Diluent RD6Q , s 1
FA ML N MLREFF 7D
Wash Buffer Concentrate (25x) | IRZEVEIRZEIR (25%) b
TMB Substrate TMB ELISAJEE I/ TMBJEA ¥ 2)
Stop Solution 2B i
Plate Sealers PR 35k
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B. A& MT

PSR .
- N o gt i A A P 5
Ve (1%)
&b
2-8°Cfff, WmE30K*
[1e2 iy oR U ET RN
TMBJEA
aﬂﬁﬁﬁ%ﬁ@n S IABAELE < -20 °C HIVKAE . W R E
sEAE G R
il ¥ M RD1-56 2-8°Cfifff, mE£30K*
FrufE A B iRD5K | 2-8°CfitifE, HZ30K*
PRy RERDBQ | 2-8ClEfE, mEZ30K*
A AR 25 TR TR AR AR N, %
B FLIR 2%
8 By 2-8 CHEfF, E30K*

IS T & AT RO A
C. KIPr B &I

*

*

BEEARA CAT 450 ns: e RIS A2 540 nmERS70 nmiis IE K AR SR
FERE SR At B — PRI Sk

KL BT K

Vel (WO« 2 WIE BEARE B ShEE L

100 mLAI500 mL & &

HEEFW

WU & P — S SRR, TRESE S I BB, IR o
B 2B RO BRI, RIS IR T A AR AR AT B
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VI. SZIG RIS
A. FERIRERER

AT 3t A SR A R AR R AU — AR T R AR R RO R VP At o
HHIE TR BV - RO R BRBIRIAY) , SR EEE 2 HEAT R, R RERE fh A A7 7ES -20°C
RIREE T, G S SR VR o il 7T A 75 22 T A 74 i B R VAR D S KA %
& - MG EE (SST), bAEATESIR FEERE 30 704, RJ57E 1000 x g )
LN E L 15 3B o RS I LRV, BRI AE < -20 °C. A
S VRREA o B iy ] RE T B2 AR E it M B R RDB QU1 T S
Mm3g - FEDTASF R HTAGIICR NI . fERFEIE3070 8 A, LL1000 x gH B /)
BS0A55 8. SERIRE B B A AFAE < -20 °C. @GRS URRR. FF 5T AR T 2 bR
B B RDB QA RS
e FTBR MR AL AR LS F

PERLE ML AE TR
WY - i IMERCR SRS, W Salivette ol As Rk e # RAEMEWR . 37 RIVAS I 5704 Jim A7t
<-20°C. G S RURALEIA . A dh R] BE 75 25 AR E Al A PR RDSKHEAT B
e HERCTE AN 1 2 F1 45 6 2 IE ) E

PRI - TWREGHERIRE (HBIR) , BEFHANTEAER T . BOEBRBRIR,
N7 RIVASE I B 73268 I i A7 <-20°C o 8 G S B UR AR o A T BE R EE AR A S ARORE U
RDSKH#AT#ike .

B. HEMmHES

KLZHEMM RS 77 EIERESE S D FRE 30 £ . 1) 30 fE RN B 10 ul BE
+ 290 uL FRifE SRR RDSK #ift. BB BN F P AT E

B N M AR A A 2 /D3R AT 10 (5 RE « BRI 10 SRR 518 : 25 pl # 5+225 L
Frift SRR B RDSK ikt iRl B0 i P BAT A E -

C. HIwT#HLTI/E

e EH T IES G w7 & F

R (1%) « MUKFEREUCHE R G vk linI sk B 45, BT IEFIS: HEEE, B
VRIRE), sl b oc VR MG FECHIBe . B 20 mLIR4EHescik (25%) 281K ek,
Fe B F KR REIC 4 500 mL TAEMR B el (1%)

ANIP-10i5#E M : BEREBRIESERAGHRE", HEE T /KEZEEKENIP-1055#E b,
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132 FE 95000 pg/mLAnift it fit & . R 21500580, H 0.

N BER], TS IRATRBOR S HE .

FERRREE . 14900 pLibrdE S #i B NRDEK  (H F A 45 7% L 78 10 N HE I N SR
FEAD BbRUE A RERD6Q A 37 4 #5500 pg/mLIE T . Fid
F AR E A RER500 uLAE AT R IVE T o B hRiE i i &%~ BIMRE. ERAT
MREFNE T . 500 pg/mLKIbRAE Ay B mibndE b, i MR v hn it (O
pg/mL) .

( 100 plL Std. |

»

= ' ' u m -
/8 9 9 9 9 @9 @ U

5000 pg/mL 500 pg/mL 250 pg/mL 125pg/mL 625 pg/mL 313 pg/mL 15.6pg/mL 7.8 pg/mL

500 plL 500puL 500 pL 500pL 500 pL 500 L

a \ /-‘,fﬁt/fﬁgéfi;;-l

D. HAR/NRR

o HRAREREEW, Rk,

o ONTHSRAEXIGYR, WHRRRERES . LR RS E Tk, 5
SRR IR 1 5 A R O R A

o HRUASAYH P SR AR - FE

o RRVHERIIN, TEH AR AT (R L SR b

o TMBREAIVENIE ERHIREAT G, HBERIA: MABALIUS . 4T R
VRIEH 5 (5

o bW R SR TMBRE A BB 0 ISR, LA e i 2
B, EILNERE, MRITLARARIRSIE RS
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VILIRIED R

R, KA HARFIRAE R BB . BUOTHTA AR SRR AT E AR .

T NHER A5 E K EHINIP-10, 15 R T 18 it A7 11 577 iR 2 27 5 27

Lo 42M8 b iui i, & T w0 AR v i o

2. C-PHG 2SR A AR P B AL, AR BISCGRFRURI R ERE N, B .

3. AfusEsE BRI ER N R RS AL I 150 pLASllERD1-56 .
N IMLENSRRE G AL TS pLA I RD1-56 .

4. YHHLRESE BN RERI N RIBAE M REALIR 1100 pLFRAE it A0 45 4 ARORE it o
FRE S, EEETEE 2/,
T N MBS FEFLIAINTS pLARAE G A0 &5 FRE o AR 7S o5
FERTEF 2/

5. REARABAARIE 2L, AR 2 B TE PR a4 B E ShvE BRI &3 FLINBEE:#400 pL,
SRR KRR N DRI 25 . EERBRAESIK, LTIk RIRGTBRUR ER R 2

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

6. FERAMILAIIA200 uLAIP-10RbRAS M f4 . IR AR S NiAL, FEZET

SEE 2/
7. BHEESDURBRRE:
8. TERMMSLAINA200 uL TMBJEE T, ZiRBE30580. EEEDL:
9. TERMMILNINASO pLZ 1B, TEEAPILR, (EEBIR S50,

10. IIANZ IS 105380, A5 A ARG 8450 nmBROGREME, WE540 nmEl570
nmE R IER K. WRBFEKEIEATTH, 450 nmFi£ ) 2:540 nma570 nm
IR o X PRI A IE BEAR AR O SF B o VA AR TE T B3 7E450 nmAb 4T 1

BEAAT B2 o8 Ry HLURE AT
11. HHEER:

R REAARIE AL AIRE bty (1 R FLBO IO, 2RI T AR e ah T4 ODME (O.D.),
fil I TH SN Elog/log i i & B it 2. 55— B ARUEAE, Il 2yl
EAREASBRAE A KT IO S il B IR BOR M @ AR e th £k, IRl log/log &l L)
s LA 2. Bl TT DUIE L 2] N IP-103K B2 A9 %5 O .D. (s Bk £k

e, I A& 2 mT LU (B3 70 B R €
AN SRR SRR RE M THE Hh 28 2 R )R 0 20T DA R £
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