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. BACKGROUND

Interleukin-8 (IL-8; also known as GCP-1, NAP-1, and CXCL8) is a heparin-binding, 8-9
kDa member of the alpha, or CXC family of chemokines. Currently, there are 15 human
CXC family members that generally range from 8-12 kDa in size. The majority are found
on human chromosome 4, all contain a typical three B-sheet/one a-helix structure, and
most show an N-terminal Glu-Leu-Arg (ELR) tri-peptide motif (1-3). Human IL-8 is
synthesized as a 99 amino acid (aa) precursor that contains a 20 aa signal sequence
plus a 79 aa mature region (4-6). It circulates as a monomer, homodimer, and
heterodimer with CXCL4/PF4. The monomer is considered the most bio-active, while the
heterodimer is proposed to potentiate PF4 activity (7-10). Mature human IL-8 shares
65% and 70% aa sequence identity with porcine and canine IL-8, respectively (11, 12).
There is no IL-8 gene counterpart in rodents. Multiple isoforms of IL-8 exist that are
generated through both alternative splicing and differential proteolytic processing.
Alternative splicing occurs at the C-terminus where there is an 11 aa substitution for
amino acids 92-99 (13). Proteolytic processing is likely a cell-specific event and results
in IL-8 N-terminal truncation. For example, fibroblasts and endothelial cells cleave amino
acids 21 and 22, generating IL-8 (1-7), while monocytes and lymphocytes cleave amino
acids 21-25, generating IL-8 (6-7). These short forms generally show increased
bioactivity, particularly towards the CXCR1 IL-8 receptor (6, 14). Approximately 15% of
IL-8 also undergoes citrullination on Arg27 of the precursor. This creates an IL-8 with an
increased half-life and ability to induce leukocytosis (15, 16). A wide variety of cells
secrete IL-8, and these include monocytes and neutrophils (17), fibroblasts and
keratinocytes (18), mast cells (19), visceral smooth muscle cells (20), dendritic cells (21),

type Il Greater alveolar cells (22), and endothelial cells (23).

There are two G-protein-coupled receptors for IL-8, termed CXCR1/IL-8 RA and
CXCRZ2/IL-8 RB, that share 77% aa sequence identity (24). CXCR1 is 45-50 kDa in size
and used almost exclusively by IL-8. CXCR2 is 35-40 kDa in size and used by almost all
CXC chemokines (25, 26). Both CXCR1 and CXCR2 constitutively homodimerize, and
this appears to be their functional configuration. When expressed on the same cell,
heterodimerization will also occur, but this configuration undergoes disassembly
following IL-8 binding (27). CXCR2 responds to low concentrations of IL-8 and is
principally associated with chemotaxis and MMP-9 release. CXCR1, by contrast,

responds to high concentrations of IL-8 and is associated with respiratory burst and



phospholipase D2 activation (26). Thus, and in the case of neutrophils, CXCR2 is
suggested to initiate PMN migration to an inflammatory site followed by CXCR1

mediated priming for anti-microbial activity.

IL-8 is perhaps best known for its proinflammatory effects on immune cells. In essence,
IL-8 is secreted by multiple cell types exposed to inflammatory stimuli. For
monocytes/macrophages, microbial exposure results in IL-8 release. This is followed by
CXCR2-mediated chemotaxis of PMNs to sites of antigenic challenge, and their
subsequent activation/priming for anti-microbial activity. This activity is complemented
by IL-8’s ability to potentiate M-CSF action in the bone marrow that results in the release
and maturation of granulocytes (14). IL-8 is also reported to have an angiogenic effect
on tumor-associated endothelial cells. Here, tumor-derived IL-8 can act in a paracrine
manner to activate CXCR1 and R2 on endothelial cells. Both receptors have been
associated with PI3-K/Akt and RasGTP signaling, resulting in cell survival and
proliferation. In addition, IL-8 positively regulates VEGF R2 and EGF R, two TKRs that

mediate cell growth and migration (28).



Il. OVERVIEW

A. PRINCIPLE OF THE ASSAY

This assay employs the quantitative sandwich enzyme immunoassay technique. An
antibody specific for human IL-8 has been pre-coated onto a microplate. Standards and
samples are pipetted into the wells and any human IL-8 present is bound by the
immobilized antibody. After washing away any unbound substances, an enzyme-linked
antibody specific for human IL-8 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 IL-8 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 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.

+ |f samples generate values higher than the highest standard, dilute the samples with

Calibrator Diluent (1x) / RD6Z 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.

CELL CULTURE SUPERNATE ASSAY

Intra-assay Precision

Inter-assay Precision

Sample 1 2 3 1 2 3
Mean (pg/mL) 115 386 802 132 410 817
Standard Deviation 5.3 17.0 37.9 10.7 28.0 42.4
CV% 4.6 4.4 4.7 8.1 6.8 5.2
SERUM/PLASMA ASSAY
Intra-assay Precision Inter-assay Precision
Sample 1 2 3 1 2 3
Mean (pg/mL) 168 526 1093 196 581 1160
Standard Deviation 9.4 28.6 70.7 14.5 56.6 70.2
CV% 5.6 5.4 6.5 7.4 9.7 6.1
B. RECOVERY

The recovery of Human IL-8 spiked to levels throughout the range of the assay in various

matrices was evaluated.




Sample Type Average % Recovery Range (%)
Cell culture media (n=5) 98 85-114
Human serum (n=5) 98 88 - 106
Human EDTA plasma (n=5) 103 97 - 111
Human heparin plasma (n=5) 102 92 - 107
Human citrate plasma (n=5) 105 95-114

C. SENSITIVITY

Fifty-three assays were evaluated and the minimum detectable dose (MDD) of human
IL-8 ranged from 1.5-7.5 pg/mL. The mean MDD was 3.5 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 72 amino acid
(monocyte) form of recombinant human IL-8 produced at R&D Systems.

The NIBSC/WHO 1st International Standard 89/520 was evaluated in this kit. The dose
response curve of this standard parallels the Valukine standard curve. To convert sample
values obtained with the Valukine Human IL-8/CXCL8 kit to approximate NIBSC
International Units, use the equation below.

NIBSC (89/520) approximate value (IlU/mL) = 0.001 x Valukine Human IL-8 value (pg/mL)

E. LINEARITY

To assess the linearity of the assay, samples were containing or spiked with high
concentrations of Human IL-8 in various matrices and diluted with Calibrator Diluent (1x)
/ RD6Z to produce samples with values within the dynamic range of the assay.



Human Human Human

Human
Cell culture EDTA heparin citrate
Dilution serum
media (n=4) (n=d) plasma plasma plasma
n=
(n=4) (n=4) (n=4)
Average % of
96 95 93 93 93
1:2 Expected
Range (%) 93 -99 93 -98 89 -97 89-97 87 - 96
Average % of
100 94 94 95 92

1:4 Expected

Range (%) 99 - 101 91-103 89 - 98 89 - 98 86 - 100

Average % of
104 94 94 94 91
1:8 Expected

Range (%) 93-110 90 - 110 89 - 105 89-106 | 83-104

Average % of
106 93 95 94 91
1:16 Expected

Range (%) 95-116 84 - 101 89-103 86-102 | 83-101

F. SAMPLE VALUES

Human serum/plasma - Thirty-four samples from apparently healthy volunteers were
evaluated for the presence of human IL-8 in this assay. All samples measured less than
the lowest human IL-8 standard, 31.3 pg/mL. No medical histories were available for the
donors used in this study.

Cell Culture Supernates - Human peripheral blood mononuclear cells (1 x 106 cells/mL)
were cultured in RPMI supplemented with 10% fetal bovine serum, 50 pM B-
mercaptoethanol, 2 mM L-glutamine, 100 U/mL penicillin, and 100 ug/mL streptomycin
sulfate and stimulated with 10 ug/mL PHA. Aliquots of the culture supernate were
removed on days 1 and 5 and assayed for levels of human IL-8.

Condition Day 1 (pg/mL) Day 5 (pg/mL)
Unstimulated 27,000 33,000
Stimulated 73,000 102,000




G. SPECIFICITY

This assay recognizes both natural and recombinant human IL-8.

The following factors were prepared at 50 ng/mL and assayed for cross-reactivity.
Preparations of the following factors at 50 ng/mL in a mid-range rhiL-8 control were
assayed for interference. No significant cross-reactivity or interference was observed.

Recombinant human Recombinant mouse
ANG IL-7 GM-CSF

AR IL-9 IL-1a

CNTF IL-10 IL-1B

B-ECGF IL-11 IL-3

EGF IL-12 IL-4

Epo IL-13 IL-5

FGF acidic IP-10 IL-5 Ra

FGF basic KGF IL-6

FGF-4 LAP (TGF-B1) IL-7

FGF-5 LIF IL-9

FGF-6 M-CSF IL-10

G-CSF MCP-1 IL-13

GM-CSF MCP-2 KC

GROa MCP-3 LIF

GROB MIP-1a MIP-1a

GROy MIP-13 MIP-18

gp130 B-NGF SCF

HB-EGF OSM TNF-a

HGF PD-ECGF Recombinant amphibian




Recombinant human

Recombinant mouse

1-309 PDGF-AA TGF-B5

IFN-y PDGF-AB Natural proteins
IGF-I PDGF-BB bovine FGF acidic
IGF-II PF-4 bovine FGF basic
IL-1a PTN human PDGF
IL-18 RANTES porcine PDGF
IL-1ra SCF human TGF-B1
IL-1 RI SLPI porcine TGF-31
IL-1 RII TGF-a porcine TGF-32
IL-2 TGF-1

IL-2 Ra TGF-33

IL-3 TGF-B RII

IL-3 Ra TNF-a

IL-4 R TNF-B8

IL-5 TNF RI

IL-5 RB TNF RII

IL-6 VEGF

IL-6 R




IV. EXPERIMENT

EXAMPLE STANDARD

The standard curve is 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 0.099 0.100 —
107 0.101
33 0.164 0.165 0.065
. 0.166
= 62.5 0.227 0.230 0.130
F 1] 0.232
& 125 0.347 0.349 0.249
3 0350
= 250 0.559 0.564 0.464
o 01 0.570
500 1.025 1.030 0.930
1.036
1000 1.662 1.671 1.571
0.01 T 1 ]681
" w il 100 2000 2588 2597 2497
Human IL-8 Concentration (pg/mL) 2,606
SERUM/PLASMA ASSAY (pg/mL) 0.D. Average Corrected
0 0.048 p.049 —
199 0.050
313 0.1M 0.113 0.064
0.114
> 62.5 0.170 0.173 0.124
T 1 0.175
& 125 0.275 0.280 0.231
3 0.285
B o1 | 250 0.509 0.511 0.462
=T 0.512
500 0.836 0.865 0.816
0.893
- 1000 1.451 1477 1428
' 10 100 1000 'IO(IJOD ]503
2000 2.387 2.402 2353
Human IL-8 Concentration (pg/mlL) 2416
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V. KIT COMPONENTS AND STORAGE

A. MATERIALS PROVIDED

Parts Description Size
96 well polystyrene microplate (12 strips of 8
Human IL-8 . . .
. wells) coated with an antibody against human 1 plate
Microplate
IL-8
Human IL-8 Solution of antibody against human IL-8
, 1 vial
Conjugate conjugated to horseradish peroxidase
Recombinant human IL-8 in a buffered protein
Human IL-8 . ) .
base; lyophilized. Refer to the vial label for 2 vials
Standard
reconstitution volume
Assay Diluent
A buffered protein base with preservatives 1 vial

RD1-85

Calibrator Diluent
(5%)/RD5P

A 5x concentrated buffered protein base used to
dilute standard and samples. For cell culture
supernate samples.

1 vial

Calibrator Diluent
RD6Z

A buffered protein base used to dilute standard and
samples. For human serum/ plasma samples.

1 vial

Wash Buffer

Concentrate (25x)

A 25x% concentrated solution of buffered surfactant

1 vial

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

11




B. STORAGE

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

Wash Buffer (1x)

Stop Solution

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

TMB Substrate

Assay Diluent RD1-85

Calibrator Diluent RD6Z

Opened/
U tandard f h )
Reconstituted | Standard S€ a new standard tor each assay
Discard after use.
Reagents

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

(5%)/RD5P Use and discard diluted Calibrator Diluent

(1x). Prepare fresh for each assay.

Return unused wells to the foil pouch
containing the desiccant pack, reseal along
Microplate Wells entire edge of zip-seal. May be stored for up

to 1 month at 2-8°C.”

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

C. OTHER SUPPLIES REQUIRED

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

+ Pipettes and pipette tips.

+ Deionized or distilled water.

+ Squirt bottle, manifold dispenser, or automated microplate washer.

¢+ 500 mL graduated cylinder.

12



D. PRECAUTION

+ |L-8 is detectable in saliva. Take precautionary measures to prevent contamination
of kit reagents while running this assay.

+ The Stop Solution provided with this kit is an acid solution.

¢ Some components in this kit contain a preservative which may cause an allergic

skin reaction. Avoid breathing mist.

+ Wear protective gloves, clothing, eye, and face protection. Wash hands thoroughly

after handling.

13



Vl. 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).

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 RD6Z.

Plasma - Collect plasma using EDTA, heparin, 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 RD6Z.

B. SAMPLE PREPARATION

Cell culture supernate samples may require up to a 100-fold dilution prior to assay. A
suggested 100-fold dilution is 10 pyL of sample + 990 pL of Calibrator Diluent (1x).
Optimal dilutions should be determined by the end user.

C. REAGENT PREPARATION

Bring all reagents to room temperature before use.

Note: High concentrations of human IL-8 are found in human saliva. It is recommended
that a face mask and gloves be used 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
(1%). Add 20 mL of Calibrator Diluent (5%)/RD5P to 80 mL of deionized or distilled water
to prepare 100 mL of Calibrator Diluent (1x).

Human IL-8 Standard - Refer to the vial label for the reconstitution volume*.
Reconstitute the Human IL-8 Standard with Calibrator Diluent (1x) (for cell culture
supernate samples) or Calibrator Diluent RD6Z (for human serum/plasma samples).
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.

14



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

Pipette 500 uL of Calibrator Diluent (1x) (for cell culture supernate samples) or Calibrator
Diluent RD6Z (for human serum/plasma samples) into each tube. Use the stock solution
to produce a dilution series (below). Mix each tube thoroughly before the next transfer.
The undiluted Human IL-8 Standard (2000 pg/mL) serves as the high standard. The
appropriate calibrator diluent serves as the zero standard (0 pg/mL).

500pl 500 pL 500ul 500 L 500 pl

500 pL Std. |
==
r B -
ISTANDARD
2000 pg/mL 1000 pg/mL 500 pg/mL 250 pg/mL 125pg/mL  62.5 pg/mL 31.3 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.

® 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.

15



Vi

. ASSAY PROCEDURE

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

recommended that all samples and standards be assayed in duplicate.

Note: High concentrations of human IL-8 are found in human saliva. It is recommended

that a face mask and gloves be used to protect kit reagents from contamination.

10.

11.

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 RD1-85 to each well.

Add 50 uL 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 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 100 pL of human IL-8 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 yL 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.

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 IL-8 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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PLATE LAYOUT

Use this plate layout to record standards and samples assayed.
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G2 AR T EAE TT%E M (24) . CXCR1 %y 7HN 45-50kDa, J1F5e4:H
IL-8 i %; CXCR2 7r &4 35-40kDa, Hifirf i1 CXC E&fhiirfritf (25,26) .
CXCR1 Fl CXCR2 43 il B BB RV — B fs, XA E AT S REMEM AL, Y[ — A
MMIZIERS, B RAEW SR HYSE5 IL-8 4iE 5k (27) . CXCR2 Xf
RIKREE IL-8 i, HEZ S5 MMP-9 Bilh 5%, 5, CXCR1 Xt =ik & IL-
8 AN, FEHMEIREE R KBRS D2 HIBOEA R (26) o Kk, fEF R4l CXCR2
BN AT] 51 S R ST #8 B SAEHAL, A5 51K CXCR1 /S HIFT B IS 14

IL-8 55 44 (M Th e & EE S s M IR A R o DA Bk, IL-8 St 22 5 T R Al
DR~ [ 22 PR S T i o 6 SR A M/ 5 M A SR 58, B2 E T R 512 IL-8 HORE
BJ5, CXCR2 A 3 ¥k tb A FlK v MR AR BIPTR B (06, JREERE T — PP
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TR BEOE M B0 1L-8 P3G 58 M-CSF [FI/E R, AT 5| ECRLZH A 1) s BRI RE T (14D
IL-8 FIIX A THEEAHGH A . A HOE L, 1L-8 X iR AH S 1 PN Bz 4 i LA I8 2E i T g
LGN , bR VR F) IL-8 R AR E — ol 55 23 7 2380 LA ) K24 i ) CXCR1 A1 CXCR2.
CXCR1 fil CXCR2 #55 PI3-K/Akt 1 RasGTP 15 ‘S 3@FAH I, S 5 40 i ) 7 375 A 5
B4k, IL-8 1LY VEGFR2 f1I EGFR J& T/ S AL K AT AL 1 2 Ak 45 IR (28).
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1. R

A. Fri JE

ARSRER TR S D ELISATEL . FLANIL-8HUA R TR L, FFE S AR E bl P AL
82 HEE MR LTRSS &, B2 AR S AR L P IL-847T
s VR RBR ARG S HRAE, IATMBIEAER CREA)D , WKt 546 HirEH
BRIEEE: IINZS B FIREAR AN E RO FE

B. Al &R

*

*

*

ERHER, AR TSNS

R S T A 7R B . NS A LA
AR S A RO A ] 5

AR AR 5 3 & A A TR T

FEAEAE KT AR LR K e e, BCREFEAS FIRRAE SR (1%) / RDBZF R i H8r
i,

R S5 R AAN R AT i 2 AR R G0, CAESHIR N SRR Bas i =, Hetk
PR B TR BGHRAE 1R & R RO05E
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. 5%
A. FETRE

AR C[R— AR AN R AL A FRORE B 2D
CAMKRFEIR =AM, FER — BN 20 AR 200K, DA E B A RS 1 22
MBS O R B TR AR 1 )
CLAIR B =ANFEA, FEANFIRR A 73 Al A 200k, AR E AR ARG R 2

R i
WRAFEHE R B
FEA 1 2 3 1 2 3
T (pg/mL) 115 386 802 132 410 817
PR 5.3 17.0 37.9 10.7 28.0 42.4
CV% 4.6 4.4 47 8.1 6.8 5.2
11375/ 10 2%
R P AE R [RDRE
FEA 1 2 3 1 2 3
FHAME (pg/mL) 168 526 1093 196 581 1160
P2 9.4 28.6 70.7 14.5 56.6 70.2
CV% 5.6 5.4 6.5 7.4 9.7 6.1
B. HEft®

FEAFIREA 15 NS I B AN R KPR NIL-8, e B [l
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FEA SRR SERIEBRE (%) EE (%)

ks %L (n=5) 08 85 - 114

NI (n=5) 98 88 - 106

AEDTAIL% (n=5) 103 97 - 111

ANIFZE M (n=5) 102 92 - 107

NP BREN L (n=5) 105 95 - 114
C. RHE

X T = A AT 7P, A IL-8R s Al )& (MDD) JEFEl’41.5-7.5 pg/mL.
¥JMDD ~3.5 pg/mL.

MDD &R 4 204~ 51 5 19 2 b v fit FL AW ' 38 AL 1)~ AR N 196 5 s v 22 U1 545 2] RO AH 5o
WEE .

D. KRIE

ARG T715 AR&D Systems E 7= 1) i FE AL . KT # R IE I E 4L A IL-8 (724
FIETRIBAR) NIRRT -

NIBSC/WHO 1A [ Brbr #E 5 89/520 CLAE ARG & i PPk o 1ZFR AE i 11771 & s 87 fh
2k 5 Valukinebrii 22 HHF 17 . W17 E1% FIValukine A IL-8/CXCL8R 7 &1 3115 AL A<
BB NIEAINIBSCIE Brefir, &8 A LN AR

NIBSC (89/520) ifblf (IU/mL)=0.001 x Valukine A IL-8 k&ill{E (pg/mL)

E. &fk

AFRIREA T S A BB Nk R NIL-8, SR 5 FHFRAE SRR (1%) / RDBZKH A A i ke
B ITEEA, JE LA
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M RE | AME

AEDTAIM | ARFR MK AMHEER A

TR (n=4) (n=4) (n=4) (n=4) |3} (n=4)
YA IARRE
96 95 93 93 93
1:2 (%)

TuHE (%)

93 -99 93 - 98

89 - 97 89 - 97 87 - 96

A E
1:4 (%)

100 94

94 95 92

W (%)

99 - 101 91-103

89 - 98 89 - 98 86 - 100

FIMEAE
1:8 (%)

104 94

94 94 91

i (%)

93-110 90 - 110

89 - 105 89-106 | 83-104

SEEEBARHE
1:16 (%)

106 93

95 94 91

W (%)

95-116 84 - 101

89 -103 86-102 | 83-101

F. HARIE

NMLB/MLSE - K F A I 7 2008 5k B AW R 76 B8 3 ) =+ DU PR AR 3047 17 N IL-84 i
BT A FEAS BRI 285 SR 3BT N IL-8 I s I bt bR B, BP31.3 pg/mL. AHF Fi AR 3545 i
FEAFE IR I BE A L 15 B
RIS SE RIS - S SR M AL (1 x 108N H/mL) 5535 TU N T 10%6 45 L3 .
50 uM B-FHi 2 E . 2 mM L-22&FE iz . 100 U/mL7E 5 £ 1100 pg/mLi % %5 Z HRPMI
gk, 10 yg/mL PHAZEAT RIS 73 0il7E 561 R FIEE 5 R UG 7% EId i &5 70 il

For il He A A IL-8 117K
4 1R (pg/mL) 5K (pg/mL)
AR 27,000 33,000
T 73,000 102,000
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G. itk

VEELISAVE Al R AR 2 A NIL-85 H -

B AR P77 BAS0 ng/mL 9% B 0 1l - b b AR I ik

S v

1T

SO ARSI o R LA A

T LA50 ng/mLIIR EE 2 N ik B B AN IL-8 % i, JFHEAT T H0EAI . RAE I LR
DR 7 A7 A 52 1A O N BT o

Recombinant human

Recombinant mouse

ANG IL-7 GM-CSF
AR IL-9 IL-1a
CNTF IL-10 IL-1B
B-ECGF IL-11 IL-3
EGF IL-12 IL-4

Epo IL-13 IL-5
FGF acidic IP-10 IL-5 Ra
FGF basic KGF IL-6
FGF-4 LAP (TGF-B1) IL-7
FGF-5 LIF IL-9
FGF-6 M-CSF IL-10
G-CSF MCP-1 IL-13
GM-CSF MCP-2 KC
GROa MCP-3 LIF
GROB MIP-1a MIP-1a
GROy MIP-13 MIP-13
gp130 B-NGF SCF
HB-EGF OSM TNF-a
HGF PD-ECGF Recombinant amphibian
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Recombinant human

Recombinant mouse

1-309 PDGF-AA TGF-B5

IFN-y PDGF-AB Natural proteins
IGF-I PDGF-BB bovine FGF acidic
IGF-II PF-4 bovine FGF basic
IL-1a PTN human PDGF
IL-18 RANTES porcine PDGF
IL-1ra SCF human TGF-B1
IL-1 RI SLPI porcine TGF-31
IL-1 RII TGF-a porcine TGF-32
IL-2 TGF-1

IL-2 Ra TGF-33

IL-3 TGF-B RII

IL-3 Ra TNF-a

IL-4 R TNF-B8

IL-5 TNF RI

IL-5 RB TNF RII

IL-6 VEGF

IL-6 R
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IV. s246

v B 2% S
ARMEIZEHR NS, ARSI A R AARAE 2k o

CELL CULTURE SUPERNATE ASSAY

10

A
2 1
i
g
[=]
g
3 o)
0.01 T 1
10 100 1000 10000
Human IL-8 Concentration (pg/mL)
SERUM/PLASMA ASSAY

10 ¢
2 1
2
]
[=]
g
g‘ 0.1 1

0.01 T - )
10 100 1000 10000

Human IL-8 Concentration (pg/mL)
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(pg/mL) 0.D. Average Corrected
0 0.099 0.100 —

0.101

313 0.164 0.165 0.065
0.166

62.5 0.227 0.230 0.130
0.232

125 0.347 0.349 0.249
0350

250 0.559 0.564 0.464
0.570

500 1.025 1.030 0.930
1.036

1000 1.662 1.671 1.571
1.681

2000 2.588 2.597 2497
2.606

(pg/mL) 0.D. Average Corrected
0 0.048 p.049 —

0.050

313 0.111 0.113 0.064
0.114

62.5 0.170 0.173 0.124
0.175

125 0.275 0.280 0.231
0.285

250 0.509 0.511 0.462
0.512

500 0.836 0.865 0.816
0.893

1000 1.451 1.477 1.428
1.503

2000 2387 2.402 2353
2416




V. SIS A

A. SIS H R

A

Eitipa

iy

AP IL-8H A 96 FLE R L JEtR, 8L

-8 Mi | 1%
Human IL-8 Microplate 124 AR
Human IL-8 Conjugate it b5 e A IL-8 6 4 g
IL-8FrifEdh (5T » SHMbRZHAT
Human IL-8 Standard A " bl CAE = 2ifK
I
Assay Diluent RD1-85 K llyRRD1-85 19
WG FRUE TR (5%) FH TR BbrviE
Calibrator Diluent (5xyRDSP | 1 HIOMRHERTRREL (80 JIPRIAFINE |
i FUEEAR GG F AL 5% L TE A
;‘{‘ 1 ‘X? X j‘:‘{ﬁﬂ*n . ( 'g
Calibrator Diluent RD6Z = EAMRFETTREAREMEA (2
HHFA M3 1 R FFEAD
Wash Buffer Concentrate . e o
ARG BRI (25%) gBiii
(25%)
TMB Substrate TMB ELISAJE¥ BUITMBE 1 2)fK
Stop Solution 2 bR ki
Plate Sealers HRE 35k
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B. A&

FIFEHRA G | 2-8CHEfr: THAERAIEA X 18

el (1)

2kl
[Leza eRlEAIREN

TMBJERAVE R

2-8CH#fs, 30K

il RD1-85

Eﬁﬂt% PR UE SRR
BAEREN | Rpez
el

LINGET FEOSLIAE R B BC AR b itE bl (TS 257

‘ 2-8°CHilf7, #% 30 K*
RGNl o
(5%) /RD5P TERRUCE B RCH) 1 AR HE AR, 2RI

0

B AR BB RT3 A TR AR TE AR Y
B 2-8Cfififr, mZ30K"

2

EEIEITES

* W AHE R B A BN

C. L FT# H &R

o AR (AT EE450 nmfs I AR UE £ 540 nmER570 nmAR IR FRIRSAED
¢ REREEEINRES A IRk

¢ ARBKEEETK

o YR, ZIEIEBENES A SR

¢ 500 mLE

D. HEREM

o IL-8EMER PTG IN R  AEISAT AL, TR BT i AR 15l & 2 ) 52 3
B

o RRFIR IR A ROV

o RRHIE PRI S E AR, T RE T R U BRSO o 3 S IR S5 IR VB o

o FRPYTE. PR IRBMIE. SA0E S MREENT .
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VI. SEICRIHES

A. FERIRER R AR

PAT 31 H A RER R AR AU — R S5 . AT MRET TR .

AL TR DIEW: WURIA N BSO bR SEZIRTIIREAS . BEAIEE S8 AN SR, 4% —
DAL FH %, VRAT T<-20°CUKAR N, 85 S VR . 1 AT R 7 B2 AR HE S AR BRI (1%
i o

MFEREA: FH i 7> B8 (SST) By . A A = 43004, 4RJ51000 x g 0015
orh e WIS FEAR 2 S5 RO ZIFH T4, 88 /3%, <-20°CIeA7e . B Rk Ff
AR T RE 7 L FH bR L R B RD6 ZF B

M¥FEA: (FHEDTA. FFamsii B E A PisERC R K . $8)51000 x gEg02155)
B, FEAE304:EP IR MR FEA 2 J BIZIFH AN, 303 /0%, <-20CIA7#& . 4z
SRR FEACTT RE 75 2 P bR S M B RDO Z A -

B. HAMEE TR

AN N BE IR _EIERREAAEAS I T P] BE 7R 2 S 1005 RO RS . AV 100R MR 77758 10
ULAEA + 990 pLARHEM AR (1) o BAERREFE R iR 2 FH P e

C. Tl py & TAE

ERRERA R E TER

VB AR TS B EREIINIL-8, g 50, LR iEiE, FE,

VeV (1%) « WUKFE R ECH IR G e i T RE B 45, BT IEW IS, WEZRR, BiF
TRZ), R4 S S TR RS B . PE20 mLIR 4 Ve is i 28 K B2 B 7K F
ML #1500 mL AR FITRiRm (1%)

SRR (1%) {825 5 oK BRI /K R Bl ) bR v S R R (1%) & 420 mL
PRUE SRR (5%)/RD5PIIAFI80 mLZ: 3 1 /K el 28 18K A, LA 25100 mL AR 5 #
B (1%).

ANIL-8i5 i : BERAIRESEM SRS RER G TSR TR HERERER (1% (&
JH TR [ JEREA) BbRUE SRR RD6Z (& T A M3 il e A 2175 NIL-8kr
b . HIR 15 2K 82000 pg/mLFIFRHE & il 2 W TEHATRRERT, 1bbnrE R E 20
157081, FEPEBERA I REE)

*UNA B, TEE RS EE.

) BN TP I N500 pLIARIE ShFRBETIR (%) (& FHIE 55 I A BbnitE b
FRIRRDOZ (A M7E M FEA) o GG &% BB T KRR . [ERIRER
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B, AN R 780 TR 5T o AR IL-8hriE Sy (2000 pg/mL) 1F Ay e e FEE bR v 55
AH L AR v S BB e N AR i A (0 pg/mL)

500pl 500 pL 500ul 500 L 500 pl

ﬁ/'\ oy W \ “ﬁ“
500uLStd. | | ol 1 1 ] 1

™
2 0 9 99 0

2000 pg/mL 1000 pg/mL 500 pg/mL 250 pg/mL 125pg/mL  62.5 pg/mL 31.3 pg/mL

D. HAR/PMREIR

¢ HRGBEFEABRN, RERRIEK;

o NIRRT Y, BCHIA FEIWREEARAE R BRSNS B ek Sk
AN RIS 20 7050 P AS [ RO RS VA 5

o BRRIEEI, A A SRR AT ORAESE R TR 1

¢ TMBJEMFRAE EARATRON T, R IRAF: IMATELIRG, R e A AN FAR
PRI

o ZARR AR R F TMBJE VAR _E RO — B0 I 1B BUS , FLA B B AR 5
HILAA S, MERIIFLA R RIE S RS -
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VIl #RIEPE

BRI IA RS RE T ER, BUTH K SSRREANRE RS LN .
e NHER 5 E K HINIL-8 g7 17755, &R A ERTFE

1.

2.

3.

10.

11.

R T, R LT AT T B AR AR

MNPl 2 2 I I 2 A R B LR, R BRSBTS P, ST
4N FLH I 100 pL iR I RD1-85:;

S A AN R AR it A S IR FE A I NAHRLFL A, AFFL50 plo BRI T I BiAL,
FRFBE 2N YRR T — kO FLBR I, T T sbm v AR B0 R AR (AR
P E

W AR PR A 2, A PRI 22 B e 38 51 E S AL AR » A5 FLINPRI3400 pL,
SRIGHEB N VR TI 25 o B HRAE3IR, JLPk4R. RRIRVEAR R B0 225k B W ik 24 B
FRBGFRSIEE R . R — IR A, 1R A T AT T B AR (8 B, 7R
IKARIOT BT A Bk BR WA

TERMFL A IMAN100 L AIL-8EE AR AT A . AR 3 i AL, ERBE 1/
i ;

50 AR B0 s
ERAMEILAIIAN200 pLTMBJE AT, EIR\BE 30540 . HRE:

TEREA AL IS0 LI, BRI, v RIR A1 2505
IINZ IR E 107380 9, A8 FH B ARG 5:450 nm PR EEME, 132540 nmE570 nm
VE NI IEB A o WP KR IEATT A, L4550 nmff 4 2:540 nmz 570 nmfise4y .
XML R TE B bR b B 622 . AR IR T B AE450 nmAbiiAT i se3ionT e
S i HUE N HER

THEGER: Wl R AIRE S I Z LR EBCPAME, AR5 65k T 30D
i (0.D.) , FAIENRAENSHEE (4-PL) ML GO ErEf L. 55—
RI7iE, BTzl EREANRUE S 0P WO S xR B R d i br v it 22,
HIm I A e s A i 2 . o TT LRI 2N IL-83 JEE (16 £ 5 O.D. [ %o
HORZEMEAL, I A AR A2 T LUB A SR i e . %K A4 R E AR
G EREACTTE N

UNSRRE SRS, MR i 28 1S Bk P 250 AR 05 5
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