FUJFILM LBIS

For Research Use Only. Not for use in diagnostic procedures. Jul.1.2023. Ver.JE2

[LBIS Human IL-8 (CXCL8) ELISA Kit]

Cat # 632-42321
Please, read this instruction carefully before use.
This kit is manufactured by FUJIFILM Wako Pure Chemical Corporation. Use only the current version of the Instruction Manual
enclosed with the Kkit!

Intended use

IL-8, also known as CXCLS8, is an inflammatory CXC chemokine composed of two isoforms consisting of 72 or 77
amino acid residues; it is produced by fibroblasts, monocytes, and vascular endothelial cells upon stimulation by
inflammatory cytokines. It binds to CXCR1 and CXCR2 receptors and initiates signal transduction pathway. IL-8 is
originally identified as a potent neutrophil chemotactic factor and serves as a critical mediator in the development
of inflammation in vivo by inducing chemotaxis of target cells to sites of infection, also inducing phagocytosis. 72-
residuess form of IL-8 has a higher activity on neutrophil chemotaxis compared with 77-residues form of IL-8 which
is referred to as IL-8. In addition, IL-8 has been studied for its association with various diseases, and has attracted
attention in the fields of rheumatoid arthritis, respiratory diseases including asthma, gout, periodontitis, and cancer.

This kit is a sandwich enzyme system for quantitative measurement of human Interleukin-8 (CXCL8). This kit is
able to measure IL-8 in human serum and plasma, specifically and sensitively. This product is intended for research
use only. Not for use in diagnostics procedures.

LBIS Human IL-8 (CXCL8) ELISA Kit is a sandwich ELISA system for quantitative measurement of human IL-8
(CXCL8). This is intended for research use only. Not for use in diagnostics procedures.

Assay principle

In FUJIFILM Wako Pure Chemical Corporation’s LBIS Human IL-8 (CXCL8) ELISAKit, standards or samples
are incubated in polyclonal antibody- coated wells to capture IL-8. After 2 hours’ incubation and washing,
biotinylated anti-IL-8 antibody is added and incubated further for 1 hour to bind with captured IL-8. After
washing, HRP (horse radish peroxidase)-conjugated streptavidin is added, and incubated for 30 minutes. After
washing, bound HRP-conjugated streptavidin is reacted with a chromogen (TMB) for 20 minutes, and reaction
is stopped by addition of acidic solution, and absorbance of yellow product is measured spectrophotometrically
at 450 nm. The absorbance is nearly proportional to IL-8 concentration. The standard curve is prepared by
plotting absorbance against standard IL-8 concentrations. IL-8 concentrations in unknown samples are
determined using this standard curve.

Reagents supplied

Components State Amount
(A) Anti-IL-8 (CXCLS8) antibody coated plate Use after washing. 96 wells/1 plate
(B) Standard human IL-8 (CXCLS8) Freeze-dried. Use after reconstitution. 1 vial
(C) Buffer solution Ready for use. 60 mL/1 bottle
(D) Biotinylated anti-IL-8 (CXCL8) antibody Freeze-dried. Use after reconstitution. 1 vial
(E) HRP-conjugated streptavidin Concentrated. Use after dilution. 100 pL/1 vial
(F) Chromogen (TMB) Ready for use. 12 mL/1 bottle
(H) Stop solution Be careful! Ready for use. 12 mL/1 bottle
(1) Wash stock solution (10x) Concentrated. Use after dilution. 100 mL/1 bottle
Plate seal — 4 sheets
Instruction Manual — 1 copy

Storage and expiration

When the complete kit is stored at 2 °C - 8 °C (Do not freeze), the kit is stable until the expiration date shown
on the label on the container. Opened reagents should be used as soon as possible to avoid less than optimal
assay performance caused by storage environment.
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Equipments or supplies required but not supplied oUse as a check box

oDeionized water (or Distilled water) oTest tubes for preparation of standard solution series. oGlassware
for dilution of Wash stock solution (10x) (a graduated cylinder, a bottle) oPipettes (disposable tip type). One
should be able to deliver 50 pL precisely, and another for 100 uL - 1000 yL. o©Syringe-type repeating
dispenser like Eppendorf multipette plus which can dispense 100 uL. oPaper towel to remove washing
buffer remaining in wells. oA vortex-type mixer. oA shaker for 96 well-plate (600 rpm -1200 rpm) cAn
automatic washer for 96 well-plate (if available), or a wash bottle with a jet nozzle. oA 96 well-plate reader
(450 nm £10 nm, 620 nm: 600 nm - 650 nm) oSoftware for data analysis.

Preparation of reagents
#Bring all reagents of the kit to room temperature (20 °C - 25 °C) before use.
#Prepare reagent solutions in appropriate volume for your assay. Do not store the diluted reagents.

[Concentrated reagents]
[(B) Standard human IL-8 (CXCL8) (Freeze-dried)]
Reconstitute the (B) standard with volume* of deionized water (or distilled water) described in a separate
sheet to prepare the Original standard solution (3 ng/mL) . And then prepare dilution series of standard
solutions as shown below using the (C) Buffer solution brought to the room temperature.
*Because the volume of deionized water (or distilled water) to be added to the freeze-dried standard differs
depending on the lot, see the specified volume in a separate sheet.

Below is an example of preparing each standard solution.

Volume of standard solution (C) Buffer solution Concentration
Original standard solution 100 pL 500 uL 500 pg/mL \
500 pg/mL solution 150 uL 300 pL 167 pg/mL
167 pg/mL solution 150 pL 300 pL 55.6 pg/mL
55.6 pg/mL solution 150 L 300 pL 18.5 pg/mL >Standard Curve
18.5 pg/mL solution 150 uL 300 pL 6.17 pg/mL
6.17 pg/mL solution 150 pL 300 pL 2.06 pg/mL
2.06 pg/mL solution 150 pL 300 pL 0.686 pg/mL
Blank 300 uL 0 )

Deionized water
(distilled water)
[ X BN

Original solution

Concentration 3 ng/mL

100 uL 150 pL 150 pL 150 pL 150 uL 150 uL 150 uL

Buffer Buffer Buffer Buffer Buffer Buffer Buffer

500 uL 300 pL 300 pL 300 pL 300 pL 300 pL 300 pL
Concentration g ) 167 556 18.5 6.17 2.06 0.686

pg/mL
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[(D) Biotinylated anti-IL-8 (CXCL8) antibody]

Add 100 pL of deionized water (or distilled water) of room temperature to (D) Biotinylated anti-IL-8 antibody
(Freeze-dried) ( Original (D) solution). Prepare working solution by dilution of original (D) solution with the (C)
Buffer solution to 1:100. 10 mL of the diluted solution is enough for 96 wells.

[(E) HRP-conjugated streptavidin]

Prepare working solution by dilution of (E) with the (C) Buffer solution to 1:100. 10 mL of the diluted solution
is enough for 96 wells.

[(1) Wash stock solution (10x)]

Dilute 1 volume of the concentrated (I) Wash stock solution (10x) to 10 volume with deionized water (or
distilled water) to prepare working solution. Example: 100 mL of concentrated (I) Washing buffer (10x) and
900 mL of deionized water (or distilled water).

[Storage and stability]
[(A) Anti-IL-8 (CXCL8) antibody coated plate]
If seal is not removed, put the strip back in a plastic bag with zip lock originally used for well-plate container
and store at 2 °C - 8 °C. The strip will be stable until expiration date.
[(B) Standard human IL-8 (CXCL8) (Freeze-dried)]
The reconstituted standard solution (original standard solution) should be used within 2 weeks if stored in a
refrigerator. Dispose the remaining diluted standard solutions after use.
[(C) Buffer solution] & [(F) Chromogen (TMB)]
Use only volume you need for your assay. Remaining reagents should be stored at 2 °C - 8 °C closing the cap
tightly. It maintains stability until expiration date. Once opened, we recommend using as soon as possible to
avoid influence by environmental condition.
[(D) Biotinylated anti-IL-8 (CXCL8) antibody]
The reconstituted (D) solution should be used within 2 weeks if stored in a refrigerator. Dispose the remaining
diluted working solution.
[(E) HRP-conjugated streptavidin]
Remaining working solution (already diluted) should be disposed. The rest of the undiluted solution (unused) :
close the cap tightly and store at 2 °C - 8 °C. It is stable until expiration date. Once opened, we recommend
using as soon as possible to avoid influence by environmental condition.
[(H) Stop solution]
Close the cap tightly and store at 2 °C - 8 °C . It maintains stability until expiration date.
[() Wash stock solution (10x)]
The rest of undiluted solution (unused) : close the cap tightly and store at 2 °C - 8 °C, it is stable until expiration
date. Dispose any remaining diluted buffer.

Preparation of samples

oThis kit is intended to measure IL-8 in human serum or plasma.

e\We recommend to use EDTA-2Na, EDTA-2K as anticoagulant.

eSamples should be immediately assayed or stored below —35 °C until assay. Before starting assay, shake
thawed samples sufficiently. Do not repeat freeze-and-thaw cycles.

eCentrifuge the sample to remove turbidity or insoluble matters where necessary before use for the assay

olf presence of interfering substance is suspected, examine by dilution test at more than 2 points.

eDilution of a sample should be made in a PP or PE test tube using buffer solution prior to adding them to
wells

Assay procedure
Remove the cover sheet of the antibody-coated plate after bringing up to room temperature.

(1) Wash the anti-IL-8 (CXCL8) antibody coated plate (A) by filling the wells with washing buffer and discard
4 times (*@), then strike the plate upside-down onto folded several sheets of paper towel to remove
residual buffer in the wells. ( *®)

(2) Pipette 100 L of standard solution to the wells designated for standards.

(3) Pipette 50 uL of (C) Buffer solution to the sample wells, and the add 50 L of each sample to the wells.

(4) Shake the plate gently on a plate shaker (*@).

(5) Stick a plate seal (*®) on the plate and incubate for 2 hours at 20 °C - 25 °C.

(6) Discard the reaction mixture and rinse wells as step (1).

(7) Pipette 100 pL of biotinylated anti-IL-8 (CXCL8) antibody to all wells, and shake as step (4).
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(8) Stick a plate seal (*®) on the plate and incubate the plate for 1 hour at 20 °C - 25 °C.

(9) Discard the reaction mixture and rinse wells as step (1).

10) Pipette 100 uL of HRP-conjugated streptavidin to all wells, and shake as step (4).

1) Stick a plate seal (*®) on the plate and incubate the plate for 30 minutes at 20 °C - 25 °C.

2) Discard the reaction mixture and rinse wells as step (1).

3) Pipette 100 pL of Chromogen (TMB) to wells, and shake as step (4).

4) Stick a plate seal (*®) on the plate and incubate the plate for 20 minutes at 20 °C - 25 °C.

5) Add 100 L of the stop solution to all wells and shake as step (4).

6) Measure the absorbance of each well at 450 nm (reference wavelength, 620 nm (*@)) immediately using
a plate reader.

*Refer to the page 7-8 for notes of *@, *@, *®), *@, and *®.

(

(1
(1
(1
(1
(1
(1

Calculations

(1) Create a standard curve by reducing the data using computer software capable of generating 3rd order
regression curve, or 4 or 5 parameters. 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.

(2) Using the standard curve, read the IL-8 concentration of samples at its absorbance, and multiply the assay
value by dilution factor if the sample has been diluted. The standard operation method is 2-fold dilution.
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Calibration

The measured value obtained by this kit can be converted to the unit concentration based on NIBSC/WHO
standard IL-8 (CXCL8) (Code: 89/520) by multiplying by the conversion factor specified in a separate sheet
according to the following calculation formula.

NIBSC/WHO (89/520) unit concentration (U/mL) = conversion factor (*1) x measured IL-8 value (pg/mL) (*2)
(*1) The exchange rate is different depending on the lot. Please see the specified conversion factor in the
annex document.

(*2) Use the assay value that multiplied by dilution rate.

ePrecision of assay (Within assay variation) eReproducibility (Between assay variation)
2 serum samples, 5 replicates assay 3 serum samples, 4 days, 3 replicates assay
Sample1 Sample2 Sample1 | Sample2 | Sample3
"o (pg/mL) (pg/mL) P2y/D | (pgimL) | (pgimL) | (pg/mL)
1 169 42.4 0 170 55.3 6.25
2 162 41.7 1 167 55.1 6.03
3 165 449 2 167 54.8 6.27
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4 155 43.7 3 160 55.2 6.41

5 179 45.1 mean 166 55.1 6.24

mean 166 43.6 SD 4.2 0.22 0.16

SD 8.9 1.5 CV(%) 2.6 0.39 25
CV(%) 54 3.4 Mean CV was within 15 %.

Mean CV was within 15 %.

eRecovery test (Standard human IL-8 was added in3 concentrations to serum or plasma sample and
assayed.) The recoveries were 91.9 % —104 %

Serum sample Plasma sample (EDTA)

Added Found Recovered | Recovery Added Found Recovered | Recovery
(pg/mL) | (pg/mL) (pg/mL) (%) (pg/mL) | (pg/mL) (pg/mL) (%)

0 18.3 — - 0 1.29 - -
62.5 78.6 60.3 96.5 9.38 11.0 9.7 104
125 145 127 101 32.5 32.2 30.9 95.1
250 248 230 91.9 130 130 129 99.0

eDilution test (Serum sample and plasma sample were serially diluted by 3 steps.) The dilution curves
showed linearity with R?>=0.9928 — 0.9992

Dilution test (serum) Dilution test (plasma)

250 » 250
y = 226.79x + 20.013 y = 203.68x + 20.824 °
a0 R = 0.9969 ~ 200 R = 0.9964
E E
g 3
g 1s0 . g 150
o (4] o)
2 -
§ 100 & 100
E @ E
z o z 0
o
50 50
' . y = 82.167x+ 5.4964 o ° y = 61.676x+ 4.6677
R =0.9996 o ® R = 09985
0 0
0 0.2 04 06 08 1 0 0.2 0.4 06 08 1

Dilution Factor Dilution Factor

Trouble shooting
elLow absorbance in all wells
Possible explanations:
1)The standard or samples might not be added.
2)Reagents necessary for coloration such as Biotinylated anti-IL-8 antibody, HRP-conjugated streptavidin,
or chromogen (TMB) might not be added.
3)Wrong reagents related to coloration might have been added. Wrong dilution of biotinylated anti-IL-8
antibody or HRP-conjugated streptavidin.
4)Contamination of enzyme inhibitor(s).
5)Influence of the temperature under which the kits had been stored.
6)Excessive hard washing of the well plate.
7)Addition of chromogenic substrate reagent soon after taking out from a refrigerator might cause poor
coloration owing to low temperature.
eBlank OD was higher than that of the lowest standard concentration (0.686 pg/mL).
Possible explanations:
Improper or inadequate washing. (Change washing frequency from 4 times to 5 - 8 times at the constant
stroke after the reaction with HRP-conjugated streptavidin.)
eHigh coefficient of variation (CV)
Possible explanation:
1)Improper or inadequate washing.
2)Improper mixing of standard or samples.
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3)Pipetting at irregular intervals.
eQ-1: Can | divide the plate to use it for the other testing?
A-1: Yes, cut off the clear seal on the plate with cutter along strip. Put the residual plate,
which is still the seal on, in a refrigerator soon.
eQ-2: | found 96 well-plate is empty when | opened the box.
A-2: As this kit is dried type, not preservation stabilizer is added.

Technical tips / Precautions

oELISA can be affected by assay environment. Ensure that room temperature at places for assay operation
and incubation is strictly controlled at 20 °C to 25 °C. Avoid performing assay under the airstream velocity
over 0.4 m/sec. and the humidity less than 30 %, seal the well plate with a plate seal and place the well plate
in an incubator or a styrofoam box in each step of incubation.

eTo avoid denaturation of the coated antibody, do not let the plate go dry.

eln order to avoid dryness of wells, contamination of foreign substances and evaporation of dispensed
reagents, never forget to cover the well plate with a plate seal supplied, during incubation.

eBe careful to avoid any contamination of assay samples and reagents. We recommend the use of disposal
pipette tips, and 1 tip for 1 well.

e As the antibody-coated plate is module type of 8 wells x 12 strips, each strip can be separated by cutting the
cover sheet with a knife and used independently.

eThe chromogen (TMB) should be almost clear pale yellow before use. It turns blue during reaction, and gives
yellowish color after addition of stop solution. Greenish color means incomplete mixing.

eTime the reaction from the pipetting of the reagent to the first well.

ePrepare a standard curve for each assay.

eFor professional use only, beginners are advised to use this kit under the guidance of experienced person.
In manual operation, proficiency in pipetting technique is recommended.

eWear protective gloves, clothing, eye, and face protection.

eAvoid contact of skin and mucous membranes with kit reagents or specimens. If any reagents come in
contact with eyes, skin, or mucous membranes, wash with copious amounts of water and contact a physician.

eDo not drink, eat, or smoke in a place where this kit is used.

eThe materials must not be pipetted by mouth.

eDo not use reagents with different lot numbers together.

eThe reagents are prepared to give accurate results only when used in combination within the same box.
Therefore, do not combine the reagents from kits with different lot numbers. Even if the lot number is the
same, it is best not to mix the reagents with those that have been preserved for some period.

eHandle the sample with proper care, being aware that the sample may have an infection risk. This kit contains
animal-derived ingredients.

eResidual samples and used tips should be sterilized before disposal.

eDispose consumable materials and unused contents in accordance with applicable regional/national
regulatory requirements.
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Summary of assay procedure o : Use as a check box
*First, read this instruction manual carefully and start your assay after confirmation of details.

O
O

O

O

Bring the well-plate and all reagents back to 20 °C - 25 °C for 2 hours.

Concentrated washing buffer must be diluted to 10 times by deionized water (or distilled water) that
returned to 20 °C - 25 °C.

Standard solution dilution example

Reconstitute the (B) standard with volume* of deionized water (or distilled water) described in a separate
sheet to prepare the Original standard solution (3 ng/mL) . And then prepare dilution series of standard
solutions as shown below using the (C) Buffer solution brought to the room temperature.

*Because the volume of deionized water (or distilled water) to be added to the freeze-dried standard differs
depending on the lot, see the specified volume in a separate sheet.

Preparation of diluted IL-8 standard solutions:

Conc.(pg/mL) 167 55.6 18.5 6.17 2.06 0.686 0

Std. sol.(uL) 100 Y’ 150* }/’150* }/’ 150* }/’ 150* }/’ 150* }/’ 150 —
Buffer(uL) 500 300 300 300 300 300 300 300
*One rank higher standard.

Anti-IL-8 (CXCL8) antibody coated plate
|Washing 4 times (*@) , (*®)
(Diluted) samples, or Standards 100 uL

1Shaking (*@), Incubation for 2 hours at 20 °C - 25 °C. (Standing (*®))

Add deionized water (or distilled water) of room temperature to (D) Biotinylated anti-IL-8
(CXCLS8) antibody (Freeze-dried) ( Original (D) solution). Prepare working solution by dilution
of original (D) solution to 1:100 with the (C) Buffer solution returned to 20°C - 25 °C.

(This should be prepared during incubation.)

|Washing 4 times (*@) , (*®)
Biotinylated anti-IL-8 (CXCL8) antibody 100 pL

1Shaking (*@), Incubation for 1 hour at 20 °C - 25 °C. (Standing (*®))

Dilute HRP-conjugated streptavidin to 1:100 with the (C) Buffer solution returned to
20 °C — 25 °C. (This should be prepared during incubation.)

|Washing 4 times(*@) , (*®)
HRP-conjugated streptavidin 100 pL
1Shaking (*@), Incubation for 30 minutes at 20 °C - 25 °C. (Standing (*®))

|Washing 4 times(*@) , (*®)
Chromogen (TMB)

After dispense, the color turns to blue depending on the concentration. 10l
IShaking (*@), Incubation for 20 minutes at 20 °C - 25 °C. (Standing (*®))
Stop solution 100 L

After dispense, the color turns to yellow depending on the concentration.
lShaking (*@) Immediately shake.

Measurement of absorbance (450 nm, Ref 620 nm (*@)) immediately.
Ref. wave cancels the dirt in the back of plate.

*OAfter dispensing wash buffer to wells, lightly shake the plate on your palm for 10 sec and remove the buffer.
Guideline of washing volume: 300 uL/well for an automatic washer and for a pipette if the washing buffer
is added by pipette. In case of washing by using 8 channel pipette, sometimes the back ground tends to
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be high. If so, change washing frequency from 4 times to 5 - 8 times at the constant stroke after the reaction
with HRP-conjugated streptavidin.
Standard of plate-washing pressure: 5 - 25 mL/min. (Adjust it depending on the nozzle’s diameter.)
*(@Guideline of shaking: 600 rpm - 1,200 rpm for 10 secondsx3 times.
*(®Seal the plate during the reaction after shaking. Peel off the protective paper from the seal and stick the
seal on the plate. Do not reuse the plate seal used once.
*@600 nm - 650 nm can be used as reference wavelength.
*®After removal of wash buffer, immediately dispense the next reagent.

Assay worksheet

LBIS Human IL-8 (CXCL8) ELISA Kit

[Storage condition]  Store the kit at 2 °C - 8 °C (Do not freeze)
[Term of validity] Expiration date is indicated on the container
[Cat #] 632-42321

FUJIFILM Wako Pure Chemical Corporation

1-2, Doshomachi 3-Chome, Chuo-Ku, Osaka 540-8605, Japan
Telephone : +81-6-6203-3741

Facsimile : +81-6-6201-5964
https://www.fujifilm.com/ffwk/en
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(B) Standard human IL-8 (CXCL8) ; IREERB
(B) Standard human IL-8 (CXCL8) R4 (CHFRI/KZRIFKICEEEHDIEES * ZINZ B L. BRERRR
(3ng/mL) ZRAELTLEZEV. ZOEREREESNIZF Y NRfT (C) Buffer solution THREL TLIZE
W NNXDRBRKDE(FRIHEETSBLLIESV, *Ov MCKDBERKERINTIENELRDZDH,. Bl
RICEEBDIEEEE R EEV., Field—hITtd,

RERRDEE (C) Buffer solution =& (pg/mL)
BRAERIER : 100 pL 500 yL 500
500 pg/mL & : 150 WL 300 pL 167
167 pg/mL & : 150 pL 300 pL 55.6
55.6 pg/mL 2 : 150 pL 300 pL 185
18.5 pg/mL &Y : 150 L 300 pL 6.17
6.17 pg/mL & : 150 pL 300 pL 2.06
2.06 pg/mL & : 150 pL 300 pL 0.686
Blank 300 yL 0
K
eomL

BT

BREE 3 ng/mL

100 pL 150 pL 150 pL 150 pL 150 pL 150 pL 150 uL
BEE BER BEwE BER BER BEwR BEw
500 pl 300 uL 300 pL 300 uL 300 uL 300 uL 300 uL
EEEAIN-1=3
HERE g 167 55.6 18.5 6.17 2.06 0.686

pg/mL
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(D) Biotinylated anti-IL-8 (CXCL8) antibody
FBEEIK 100 pL ZINZ B L. (C)REERT 100 F(ICHRIRL T IZSN,
(E) HRP-conjugated streptavidin
(CEENRT 100 fF(CHIRL T IZELN,
(I) Wash stock solution (10x)
IEAETER (10x) ZEER(ESHZERK (FE/K) T10EICHRLTIIZE,
£ : 100 mL 0> Wash stock solution (10x)+900 mL MIFRIK (FEEBK) (96 JTILR2TEFEARATIHE)

(EABDOREN LRFTIE]

(A) Anti-IL-8 (CXCLS8) antibody coated plate
FEATABERIEZA N Y T (FZv TS =)L\ IICRL. BDFEFE 2 CT~8 CTHREFLTLLEZEL. B
HHIBRAZEEZREE T .

(B) Standard human IL-8 (CXCLS8)
RIEFCERRRE CEMEIRANR EMZRE5F T . FERRR(E 2 CT~8 CTHRIFL. 2 BEMURNICERLT
<22V, FIRARUCEEERRIES(CERL. REFEELRRVTLIZE0,

(C) Buffer solution BT (F) Chromogen (TMB)
—EDBERZEERAT DREMNEBELDDUZDHDEZFIDBELRICEL. KD IFERICESRAVWTESL(ICE
ZUDMDESH, 2 T~8 CTHRIFLTLZS V. BHEIRANLZEGZHREFT .

(D) Biotinylated anti-IL-8 (CXCL8) antibody
ISR CEMHARANRZ EM ZR5F T, BRKZMABREUIEAF U EESTURERIE 2 C ~
8 CTHRIFL. 2 BEMUAICHERALTZEV,, FERCTHIRARUCBREES(EAL. REFGFLR
nTrEsEL.

(E) HRP-conjugated streptavidin
Fv bZEDEIUTER T IREEREF CSTEEIDBRDE UETRARL. KDDRRIIERICES/ANT
BSICEZ UMD ERD, 2 CT~8 CTHREL TSV, BMHRAEZERZREET . FRKEDD
BIRBHRIFERELTLZSN,

(H) Stop solution
AR DZRTFI DIHEE BZLoHD LD, 2 CT~8 CTHREFL TLIZEW\ BEIRRN L EHZHR5E T

(I) Wash stock solution (10x)
Wash stock solution (10x)ZFRF 3 DiHE(E. EEULO>MND EREH. 2 T~8 CTHRELTLLEZSEL. B
DHIRARZEEZREET T . ERKD ORIRNBEAHTFRIIFEREL TS0,

7 REDRAS

MRPERIIICIRE T DHE(E. —35 CUT TORBREZHER LTI . #EDIRUDRERIER LRI T <
ZEV\, REUIRKSAE T DERICHERUIED (BB LTSV, T2, REZHIRT D55
RARFRR LTSN,

offﬁ%(a*?fiﬁ(:?tb R, BELTzE MIERUIMERZER L TIEEU,

SRER MBS DHUEEEFI (C (. EDTA ZHERLFE T,

o[tﬂ/%ﬁﬁﬂ%_ﬁ']%%@ﬁﬁﬁéﬁ”(iiﬁuﬁﬁs E LTSN,

oA U IR BRI (IEDIRNT S ES0N,

o8 D RUNBY DG DARK(SE DD EEF CHREBRAECANTZSN,

IHEMEDRZENFEND UL MRIK(E, B—IREKCHNT, BIED 2 /RA> MU LDOFBRETHIRERGZ
R TES0N,

RN EFIRT DIFAlE. DN UHHERE (PP, PEF AT (CEEKR CRtRUAIED TILICHEL T ES
LYo

8. ITEIRVFE
FEHRERIBDBHICRICH T IHAEZFEO>THREUTLSESZL.
(1) HENMUHRARUIEHEERZZDTILISHIEL., 405EF (x@) UEXT ., D&, R—/\—5FA)LIRX
EDOLTTL—hEFESCL, B<MNEDFBELDIICUTITILICE D IERERDBREET,
(2) REMBTED TILICKRBEDIZESRRZ 100 L 3 DFUET.
(3) BARRIED TILIC(C) #BERE 50 uL 3 DEL. =S5(THEK%E 50 L 3 DFLET .
4) ¥roaL— H)Etj%ﬁfdt%ﬁﬁb\‘dﬁ,# (x@) UZET,
(5) TL— b2 —)LEEED(xQ). =& (20 C~25 C) T2 BEMERELEY,
(6) RIS¥ET#. RIGRZIE THRFREZDTILISHZL, 4E8%: (x@) LET, 2DE. R—/{\—4

11



LBIS Human IL-8 (CXCL8) ELISA Kit

AIWREDLETTL— hEHFES(CL, BLNEDIFBRLSICLUTIITILICE D TERZRDREET,
(7) BOTILICEATF AEEHT IL-8 (CXCL8) F4A%Z 100 yL IO FLET . o0 — MNRED
BREZHANTER (x@) UET,
(8) TL— b2 —ILEEED(xB). =R (20 C~25 C) T1BHGHFELET.

(9) RIGHETH. RISRZR TRFEREZITIVSHEZLU 4 BES (x@) ULEXT, TDHE. R—/{—%
AIWREDLETT L — hEHFS(CU. BLMNEDIFBRLSICLUTIOITIVLICE D TERZERDREET,
(10)&DTILICRILAFS A - - PES AEEYZ 100 L 3 DFUET . N1ro0O0TL— MrEDSSR

REZRAWTER (x@) UET.
AN TL— b2 —ILZED(x Q). R (20 C~25 C) T30 DEFHELET .
(1)K T . RIGREZB TEFREEDTILISHEEZL 4 BE: (x@©) ULET., TDE. R—/\—4
AIWRREDLETT L — hEHFE(CU. BLMNEDIFBRRLSICLUTIOITILICE D TERZRDREET,
(13)& I T)UTEERZ 100uL TDOELET . X107 L — NMREESFREZANTER (xQ@) UET,
(14T L— b2 —ILEED(x Q). =R (20 C~25 C) T2 DEBFELET.
(15)& D T)LICRISZ1ERZ 100 yL I D535 L. RERIGZFLELET,
(16)i8# (x@) #®&. BEBICNIIO0T L — NEDYEHESTT 450 nm (BiKE 620 nm) TOIRAEE %
EUET,
g E(E 600 nm~650 nm DEH THERTEEY,
(@), (x@). (x®) BMEFIBHE (15. 16 R—) BTSRRI EL,

9.518
(1) SAEBTIRESFEER LE T, X e RERRERE (pg/mL). Y BirEEEDRERT S Ik L T<IEal
(2) REIRELD. (FR) BRADIRAEE (CHET DEE (pg/mL)EFHEDE T, HHED ITEE (RS
REERCAFEEEUET., (BEERELETE 2EBHRICRDET,)
* MRARDIRHEHNREBIRMNE L ONINEHE (C) BERICCEUAERCARN UBEAE XL
TLEZEuN,
* 1> E1—4Y T NTOEBIIET(E, 3 RZIER. 4 £/2(E 5 /S A —DFEREZHBEDHHUET .

10.FvVUIJL—>3>
AFwv MK TESNISAEMEIZ. FERABR(CH D THY MNRMTOBIKICED SNIcHEFZEE TR
% & T NIBSC/WHO 124 IL-8 (CXCL8) (Code:89/520) ZEH#(CLIZ1Zw NEE(CHMEFT I T ENT
=X9,
NIBSC/WHO (89/520)1=w NEE (U/mL) =B {R#ixA+w NAIEME (pg/mL)
* PEFZAHNEIRBOY RS E(CEEITIIGENSDEIDOT, EmOY b EICEDSNTREZR I ZTE
RBUTHBETELTLIZEL,

1.FvY boTEkE
o HIEEEH
0.686 pg/mL~500 pg/mL

10.000

1.000
B4
[ =
©
i3]
N 0100
£
| =
o
[
w
o
uw
<  0.010
8
<

0.001

0.1 1.0 10.0 100.0 1000.0
Human IL-8(CXCL8) (pg/mL)
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LBIS Human IL-8 (CXCL8) ELISA Kit

ofFEER (77w z-1AZEE))
[EEIMECRRDRED IL-8 27N

LTz 2 &k z 5 ERIE

n /1D Sample1 Sample2
(pg/mL) (pg/mL)

1 169 42.4

2 162 41.7

3 165 449

4 155 43.7

5 179 45.1

mean 166 43.6

SD 8.9 1.5

CV(%) 5.4 3.4

i C.VAE(E 15 %Ki
RIMENERER (ERMARIT(FMIRAICRES 3 MR IL-8 RN UBIE) EMTE(E 91.9 %~104 %

oBIRMAER (7Y zRIZE)
[ERMEICERDRED IL-8 ZRIMUTE 3 ifZ
4 5 3 EAIE

Sample1 Sample2 Sample3

P2y/D | (pgiml) ___(pgimL) | _(pg/mL)
0 HE 170 55.3 6.25
1HEB 167 55.1 6.03
2HHE 167 54.8 6.27
3 HHE 160 55.2 6.41
mean 166 55.1 6.24
SD 4.2 0.22 0.16
CV(%) 2.6 0.39 25

T4 C.VABIF 15 %K

MERRA MEEARR(EDTA)

AINE E (1] ERE [EYRER AINE SEANE EIL)e==s YRR

(pg/mL) | (pg/mL) (pg/mL) (%) (pg/mL) (pg/mL) (pg/mL) (%)
0 18.3 - - 0 1.29 — -
62.5 78.6 60.3 96.5 9.38 11.0 9.7 104
125 145 127 101 32,5 32.2 30.9 95.1
250 248 230 91.9 130 130 129 99.0

o MIRERRME (IERINEH/ (MR ICRISDIEED IL-8 ZAMNUTT 2 1R EHi (SR © 3 BRI LAIE)

fRERE (mH) fR@ERE (MXR(EDTA))

250 » 250
y = 226.79x + 20.013 y = 203.68x + 20.824 °
a0 R = 0.9969 ~ 200 R = 0.9964
E E
] E]
a o [MiFBH6 2
2 ® i < 1 o [35(EDTA) {48
' o MiFEIEHT ' °
= - ﬁ o M3E(EDTAMEHD
§ 100 § 100
E 0 E
7 o B 0
o
50 50
n L y = 82.167x + 5.4964 o} P y = 61.676x + 4.6677
R =0.9996 o ® R = 09985
0 0
0 0.2 04 06 08 1 0 02 0.4 0.6 08 1
Dilution Factor Dilution Factor

12. 85TV a1—F1 >0 & Q8A
e INRTDITILTORIENEFLY
FERELTEZBNDE,
1) FZERARARD AN,
2) HB(CEEYT IREERD AN
3) HECHET IABEROEDEI PHEIRFARRIR.,
4) EEZRFAEHFIOEA.
5) v MEREREDFE
6) JL— hOBEFIEE,
7) BREROEREMEMN DI,
o/ MEERKERED ODELNTS> OD BN E K 12D,
RRELTEZSNDCE - - -« FEFEHNITNEY, A2 Tho/lz.
oZTHENREL (CV) HAZELY
REREULTEZSNDC &,
1) FEHNANEY, RFZE2ThoI,
2) {ZERPERME. REDEBENRTD THo
13

RIELUITHE) .

(RISRADIRIF T (TIT O TSN,



LBIS Human IL-8 (CXCL8) ELISA Kit

3) ERYTF o D OBEN—ETEh o/,
oQ-1: Fv MNINBILTHUEHIDCENTEEIN?
A1: TEFY., FHLRWTIL— NIV TS —)ILIWOICRL. SEBEICERELTLIEEL,
Q-2 : JL—rZEBDHUESITILORICIRFRNAD TOWERBATURENREESDEEAN ?
A2 BEHDFERA. COFY NIRRT L — NIATERO>THDET,
0Q-3 : BRIARZEFN UIESTEVEVY UIERNBEMN S D E UIENIE(CHEENBDEI N ?
A-3 : ENEDEEEEN B D FE T, HEEMES EZD. BIETFRUTICRIIBEENSHDET,

D—0>—k (1)
Strip 1&2 Strip 3&4 Strip 5&6 Strip 7&8 Strip 9&10 Strip 11&12
A | Std.500 pg/mL IRAR 1 1RIR 9 IRAK 17 IRAK 25 IRAK 33
B | Std.167 pg/mL IRAK 2 1RIK 10 1RIK 18 IR{K 26 IRK 34
C | Std.55.6 pg/mL IRK 3 ARAK 11 1RIK 19 IRAK 27 IRAK 35
D | Std.18.5 pg/mL IREK 4 1RIR 12 1RAK 20 IR{K 28 1RK 36
E | Std.6.17 pg/mL 1RAK 5 TRIK 13 1RIK 21 &K 29 &K 37
F | Std.2.06 pg/mL 1RIK 6 1RAK 14 1R{K 22 1R4K 30 1R{K 38
G | Std.0.686 pg/mL RAK 7 1RAK 15 1R{K 23 1RIK 31 1RAK 39
H 0 1Rk 8 1R1K 16 1RAK 24 1RAK 32 1REK 40

S ERFIICCHERESTEVLEIIT Lo > NRUEREHE
oELISAE(FRIERIB(CKDFERTZITE T, BERE. FBRFERISBFIOER : 20 C~25 C (ER&a L
FREFADFIAIR—AREE) ZETUTLSESV, F/z, BUR (T7O>AEED) ;0.4 misec LLE.
JEE 30 %FRimDERE T CORIFEEEITTIIESUN,
o ZRXT W I TORBERIGIFIC(E. DIILDEZE. BYDEAN. BEDRD. DEREOERREZHILET S
A I TL— b —IILEBi > TLESLY,
OIRAR &SR (CAFIIOSE S SRV EKDICERZEDIFTTLEE W 1 DL/ FYvITDTHEREDEDHUET,
FHERIIMPAIDIETITEVEERZHTI, AZBITTREFELTLSIZEL,
oSUMELILR C(IMEEEERA L TL\E T, BIDIRWSFRE LT ZESV, EHIDIETIEEETY,
o AT+ v NI ELISA SEDIHMEZIZR T UTeA. £(FIBEEDT CCERALKESTV. AFERMFCHET S
BRICITERY T D TBEOBRENZE UTE AN CHERSIEE0N,

CEMINCAT Y MEEDP(EFL, BRiE. RERABNKES(CDIFTLIZE0,
ERFERETE(ATFRNTLIZE W, ATy hOFEENE-> T, B, O, 0. HEEFIAELUEBSE
BS(CKEKTRDISHVIRIEZEDIG2ULEZITL). MBIVISGEEIEMOFETERITTLIESL,

oA+ w NEEARA L TULBIGBFACIZEREWEYESR LIRWT L ZE0,
AEREIOTERY T > UIRNWTLES0,

oY hEESDESHELITEE TENDIRNWT L IZELN,

IR (IRRDBERMEN G DD E U THERDER U TEDE D TLIEE W\, RFwv MIEWIEBERDRD %
SEATUVET,

o TR AFDIRIK, [FAUSEHERE L. EECHVERENIE L TSV, I U IR EER. RE
B OZERIA(SPABIMERDMEL N Z MU DER TR > THREL TS ES0,

14



LBIS Human IL-8 (CXCL8) ELISA Kit

(AEFIEMEEFTYIVARN]
MY EURERIAE T — 5 U TR, BIERMF. BIES SR ERERIEZIT O T EE),

U
U

O

=<

75
R
il

TL— b, BEEEFTDICERER0 CT~25 CICRLTLIESEV. BRILIC(E 2 BREMIMHWETY .,
BT EROAER | BRIESNITRBRKT. 10FICHRUTIEEU,

ZERROHEIR (F) -
(B)E I~ IL-8 (CXCL8) FHERICAFRUKZRFRICEEEKDIEEE * ZIMMABHRL . RERBER
(3 ng/mL) ZHRBLTLIZEV, TOBERIEENIEFY NRT (C) BERCRELTSZE
o MABBEKDEFFHIRZCSBRIZEETV, *xOY MCKDIBEKERINT D2ENERD
&) B ICEERDIEEEZ R < IZEV\, Faeld—HITY,

2 (pg/mL) 67 55.6 18.5 6.17 2.06 0.686 0

EHERR (uL) 100 }/’ 150* }/’ 150*}/’150* }/’150* }/‘150* }/’150 —
AR (UL) 500 300 300 300 300 300 300 300

YO EDEREORERR

BIMEIEEHE

O

O O 00000 oooo »oooao

O

FUAE ML 96 DTILTL— b~
V4 OFRBRER. BES(ORODREDE) *®
BRAR (FRRRIRIF) T2 (HMRERR 100 pL
B =R (20 C~25 C). 2FERIS. FFE *@*Q

(D)EAF > HEEHT IL-8 (CXCL8) HFUADFRIR FBEEIK TIEfFE. =ERILLIZ (C)
RENR C 100 fS(CARIRL T ES V. FIRBROAR(IE—RIGPRICTITD,

VEFE4E GERRRER. BS(OROREDT) * @
EAF AEEHT IL-8 (CXCL8) Hifk 100 pL
B, =R (20 C~25 C). 1BE&G. 58438 *Q*x0Q

EVILAESH— - TESUEANOER, ZRILUE (C) BERT
100 fF(ICHRIRLTL 2=\, BIREROFRIE_RISH(CITDS.

Vg amE (CRERRER. BSIORDEEDT) * @D

RIVAFZ AT - TESAEEY 100 pL

JB#, =R (20 C~25 C). 30 pIXIG. FFE *QQ*®
U4 El CRPRRER. BSICRERDE) * @

FER(TMB) TMB A=R{IEESNTWB Z L& HER

xR, BEICKIDERICE

B, =8 (20 C~25 C). 20 DG, 53E *xQQ*Q

}i\ﬁf*}{?ﬂ:{& _ _ MESIE(COITHER 100 L
7EE. BEICKDEHEEEICER

B EBS5(CER *
BS(CIREERE (FRKE 450 nm. 8K E 620 nm:600 nm~650 nm)
BRI L — hEROENSEZF v > ILUET

100 pL

(x@) /S'E@ﬂ(u?ﬁ@,&%'jl)I/(Lﬁfﬁé ?@UbGDJ:"C 10 #U‘(E&‘E:%QE DEZELFT . 4 [DEGTFRE.

EIL/_C/AOD/ A&zEEB(LﬁEbi@'O EREENRY I\_C/;ﬁbﬂﬁ‘ﬁﬂ DREBZ(E 300 L o)L
tg_o —. E’J‘#?E/E/@EF_OD oD 4_§$075/0 oD 1Eb\l%<fd~5iﬁ’&(gﬁ¢/;%ﬁ/£® 1 D&UL
T NIVAFAS —CHEEY ERIGEDFRDIER 4 B72E CFHRT 5~6 BT L TS0
L — NEEECERDIBEDENBR(E 5 mL/ 53~25 mL/ 53 (JXILDRICKDERDFT) T
ER

FE—RISEDOYBIDFRDHI TILEIDI A Z(SEFELTZE,

(x@) #EBHDOBEZ%I(F 600 rpm~1200 rpm-10 #RH. 3@,
(xQ) BHETHEIL— S —ILZMDEBE L TLLIEE,

TL— b= )LRERZRN LT, #EEZTL— MICLTHDAIT T ZE0.,. —EFEAL
15



LBIS Human IL-8 (CXCL8) ELISA Kit

2T L— b —I)LIEBER LIV TS ZE),
9—03—hb

CRIES]

| f

(FriE]

CRIE#]) CAIER]

(Ov hES] (BZhEARR]

("%

(B7%] L E 2® Human IL-8 (CXCL8) ELISA Kit
(FIe O — R) 632-42321

EEESE LBIS Human IL-8 (CXCL8) ELISA Kit
(BRG]

wezsn BT AL A MERINRHT
ARHHRRXEEE=TE1&25
Tel : 06-6203-3741
Fax: 06-6201-5964
https://www.fujifilm.com/ffwk/ja
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