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

[LBIS Human IL-7 ELISA Kit]

Cat # 637-50441
Please, read this instruction carefully before use.
This kit is manufactured by FUJIFILM Wako Pure Chemical Corporation. Use only the current version of Instruction
Manual enclosed with the kit!

Intended use

Interleukin 7 (IL-7) is a glycoprotein cytokine with a molecular weight of approximately 25000 Da consisting
of 152 amino acid residues and is an essential cytokine for the adaptive immune system. It is mainly produced
by non-hematopoietic cells, including thymocytes, bone marrow and lymphoid tissue stromal cells,
keratinocytes, and intestinal epithelial cells.

IL-7 is considered a hematopoietic cytokine that contributes to host defense by its critical and nonredundant
role in inducing differentiation and homeostasis of immune cells, including NK cells, B cells, and T cells.
Therefore, it is a promising candidate for an immunotherapeutic agent against chronic infectious diseases. It
is also associated with rheumatoid arthritis, chronic colitis, and asthma. In addition, the substantial immune
reconstitution effect has been demonstrated. Its function in promoting antiviral activity and as a booster factor
for anticancer drugs and immune checkpoint inhibitors has been revealed; thus, the high-sensitivity IL-7
measurement is expected to be helpful in immunotherapy.

This kit is a sandwich ELISA system for quantitative measurement of human IL-7 and can precisely measure
IL-7 in human serum (plasma) and with high sensitivity.

Research use only. Not for use in diagnostics procedures.

Assay principle

In FUJIFILM Wako Pure Chemical Corporation’s LBIS Human IL-7 ELISA Kit, standards or samples are
incubated in polyclonal antibody- coated wells to capture IL-7. After 1 hour incubation and washing,
biotinylated anti-IL-7 antibody is added and incubated further for 1 hour to bind with captured IL-7. 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-7 concentration. The standard curve is prepared by
plotting absorbance against standard IL-7 concentrations. IL-7 concentrations in unknown samples are
determined using this standard curve.

Reagents supplied

Components State Amount
(A) Anti-IL-7 antibody coated plate Use after washing. 96 wells/1 plate
(B) Standard human IL-7 Freeze-dried. Use after reconstitution. 1 vial
(C) Buffer solution Ready for use. 60 mL/1 bottle
(D) Biotinylated anti-IL-7 antibody Freeze-dried. Use after reconstitution. 1 vial
(E) HRP-conjugated streptavidin Concentrated. Use after dilution. 150 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 10 yL - 100 pL precisely, and another for 100 pyL - 1000 yL. oSyringe-type
repeating dispenser like Eppendorf multipette plus which can dispense 100 yL. oPaper towel to remove
washing buffer remaining in wells. DA vortex-type mixer. oA shaker for 96 well-plate (600 rpm -1200 rpm)
oAn 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-7 (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 (2360 pg/mL). And then prepare dilution series of standard
solutions as shown below using the (C) Buffer solution brought to 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 50 pL 450 uL 236 pg/mL \
236 pg/mL solution 200 pL 350 pL 85.8 pg/mL
85.8 pg/mL solution 200 pL 350 pL 31.2 pg/mL >Standard Curve
31.2 pg/mL solution 200 uL 350 pL 11.3 pg/mL
11.3 pg/mL solution 200 pL 350 pL 4.13 pg/mL
4.13 pg/mL solution 200 pL 350 pL 1.50 pg/mL )
Blank 350 L 0

Deionized water
(distilled water)
o0 L

Original solution

Concentration 2360 pg/mL

50 L 200 uL 200 uL 200 L 200 uL 200 pL
Buffer Buffer Buffer Buffer Buffer Buffer
450 pL 350 pL 350 pL 350 pL 350 uL 350 uL
Concentration 5 4g 85.8 31.2 1.3 413 1.50

pg/mL
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[(D) Biotinylated anti-IL-7 antibody]

Add 150 uL of deionized water (or distilled water) of room temperature to (D) Biotinylated anti-IL-7 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.

[() 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-7 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-7 (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-7 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-7 in human serum or plasma.

e\We recommend to use EDTA-2Na, EDTA-2K or heparin 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 (A) anti-IL-7 antibody coated plate 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 uL of standard solution to the wells designated for standards.

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

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

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

(6) Discard the reaction mixture and rinse wells as step (1).
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7) Pipette 100 pL of biotinylated anti-IL-7 antibody to all wells, and shake as step (4).

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).

0) Pipette 100 pL 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.

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

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

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

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

) 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 *®.
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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-7
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-7 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 5-fold dilution.
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1 10 100 1000
Human IL-7(pg/mL)
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
n/ID Day /ID
(pg/mL) (pg/mL) Y (pg/mL) i (pg/mL) | (pg/mL)
1 2.00 30.4 0 124 7.72 4.08
2 213 31.6 1 126 7.93 3.99
3 2.21 31.5 2 129 7.86 4.18
4 214 32.1 3 121 7.64 3.88
5 214 31.3 mean 125 7.79 4.03
mean 213 31.4 SD 3.3 0.13 0.13
SD 0.075 0.64 CV(%) 2.6 1.7 3.2
CV(%) 3.5 2.0 Mean CV was within 15 %.

Mean CV was within 15 %.
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eRecovery test (Standard human IL-7 was added in 4 concentrations to serum or plasma sample and
assayed.) The recoveries were 92.0 % - 105 %

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 8.37 — - 0 8.33 - -
12.5 19.9 11.5 92.0 12.5 19.9 11.6 92.8
25.0 31.9 23.5 94.0 25.0 324 24 1 96.4
50.0 57.5 49.1 98.2 50.0 57.7 494 98.8
100 113 105 105 100 109 101 101

eDilution test (Serum sample and plasma sample were serially diluted by 3 steps.) The dilution curves
showed linearity with R?>=0.998 - 1

Dilution test Dilution test
140 140

y = 249.4x - 0.5081 ¥ = 251.98x+ 0.0695 .
120 | R=1 e 120 R=1

100 |{y=39.547x+0.2645 100 y=40.876x-0.1218
. R=0.998 _ R=0.999
E 80 E 80
Ei Serum ID6 Ed Pl 1D
[=% (=%
= 60 ° S 60 ° asma ID8
= Serum ID7 = Plasma ID9
40 40
[ ] L]
20 p . L ] 20 ® . L]
0 [ ] hd 0 @ o
0 0.1 0.2 0.3 0.4 0.5 0.6 0 0.1 0.2 0.3 0.4 0.5 0.6
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-7 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-7
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 (1.50 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.
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.
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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.

eAs 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.

e\Wear 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.

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

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

o  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 (2360 pg/mL). And then prepare dilution series of standard
solutions as shown below using the (C) Buffer solution brought to 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-7 standard solutions:

Conc.(pg/mL) 85.8 31.2 1.3 4.13 1.50 0
std. sol.(uL) }/» 200* }/» ZOO*Y 200*}/> 200* }/»200* _
Buffer(uL) 450 350 350 350 350 350 350

*One rank higher standard.

o Anti-IL-7 antibody coated plate
o |Washing 4 times (*@) , (*®)
o Samples (diluted sample : Buffer solution 50 pL+ Sample 50 pL), or Standards 100 pL

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

Add deionized water (or distilled water) of room temperature to (D) Biotinylated anti-IL-7
antibody (Freeze-dried) (Original (D) solution). Prepare working solution by dilution of
original (D) solution to 100x with the (C) Buffer solution returned to 20 °C - 25 °C. (This
should be prepared during incubation.)

o |Washing 4 times (*@), (*®)
o Biotinylated anti-IL-7 antibody 100 pL

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

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

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

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

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

After dispense, the color turns to yellow depending on the concentration.
o |Shaking (*@) 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 mL/min - 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-7 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 #] 637-50441

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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(D) Biotinylated anti-IL-7 antibody
FERIK 150 uL =X B%2 L. (C) Buffer solution T 100 f&(CHIRL T ZEN,
(E) HRP-conjugated streptavidin
(C) Buffer solution T 100 f&(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)

(EHROREN EERFHIE]

(A) Anti-IL-7 antibody coated plate
FEATABERIEZA Ny T (FZv TS =)L\ OICRL. BDFEF 2 C~8 CTHREFLTLLEZEL. B
HHIRALZEEZREE T .
(B) Standard human IL-7
RASEIRREE CEMHARA L E 2 R 5F T . FMRVKZNNZERME UTARERFERIE 2 CT~8 CTHFL. 218
BLARICEAR LU TLSIZEV), FER CRIRER UCRIRETRIFES(EAR L. RFFULENTLIZSU,
(C) Buffer solution BT (F) Chromogen (TMB)
—EDBERZEERAT DREMNEBELDDUEDHDEZFIDELRICEL. KD EFERICESRAVWTESL(ICE
ZUD>MDEs., 2 T~8 CTHREFELTLZEV,. BMHIRNEZEEHZFEEET .
(D) Biotinylated anti-IL-7 antibody
ISR CERERNZE I 2R E5F I . BEVKZINZABREUICEATF AEETHNRRIE 2 C ~8 CT
&7 L. 2 BEUAICEER U TLIZS0, FER CRRAR UIOERIFES ITER L. RFRFULIZNTIZE),
(E) HRP-conjugated streptavidin
Fv hEREUTERATIREAERE CSTEELDBRDEUERARL. BDDRRIIERICESIRANT
BS5(CEZLUOMND LR, 2 T~8 CTHRIEFLTLSZSV., BIHRALZEGZR5E5F . ERAKDD
FBIRBEHRIIFEZELTIZS,
(H) Stop solution
ERRDZRF I DIZaE E2LoMDEED. 2 T8 CTTHRIFL CLIZE), BERALZEZHR5FET.
(I) Wash stock solution (10x)
Wash stock solution (10x) Z{FRF T DIHE(E. EEULO>MD EREH. 2 T~8 CTHRELTLEZEL. B
SEARN L EMZREFT . ERERD ORIRBEHFTERIIFEZEL TS,

7 REDRAS

oRAZRHIICIRE T DIHE(E. —35 CUT TCORBREZHREUF T, #EDIRUDRERIER(TETTL
&V, BEUBRERTHET DIERICAERURDICER LTSV, T, BERZHmIRT 358(E
ARFARE LTSS,

IRIR(ITEE(CRELVVRIN. 8 Uiz MIDEAUMEEZER LU TIZEL.

o MIBERMBFDFUEEFI(C(E. EDTA (F/z@NJ\NUY) ZHEUET,

o MIENEHEERIEZ(EA I DREIFBRTHERZZ L T IZE0\,

oA U AR B RS BARIK (IENDTRNT < ZELN,

o8 D RUNBYIDH DRI IR DD EEE CRHREBATE(CAWLWTLIZEU,

oIHEMEDFEN TN UL RIAIZ., B—RAKICHNT, BB 2 R MU LOFBIRETHIREREZ
R UTSIZEE,

o IRAE IR T DIFE(E BN UsbstEFE(PP. PE)&F 2L\ T (C) &R CHRIRUVAED T)UCTHEL TIZEU,

8. AIEIR{EE

FEHRERIBDDAICRICHITETIHEZE O THRUTLSEZW,

(1) BENMUHRARUIEHEERZZDTILITHEIEZL. 4B5%F (x@) ULET., €D, R—/)\—5A)LIR
EDOLETTL—hEFEECL. BLMNEDIFBRRISCLTIIILCE S TERERMDBREET,

(2) *T—Elél:l':/ﬁl}:E'jI)Mc_%/}Er_@*E—E/ SR 100 HL ?jﬁ/jfbgfg_o

M)?40D7D hﬁ&o%@t&ﬁmtﬁ#(*@)biﬁo

(5) TL—bh>—ILZBED(x Q). =& (20 C~25 C) T1RRERFELET,

(6) RIDIET#. RIGREIE THRFERZZDTILISHIZLU. 4E5%F (x@) ULET., 2D R—/{—5
AIWREDLETTL—hEFEZCU, BLMEDFBELSCLTIODILICHE D TERERMDBREET,

(7) BITILICEAF AEEIIL-7 AZ 100 L I DELE T, XroOTL— MNMREDSEREZH
WTHEH (x@) ULET,

11



LBIS Human IL-7 ELISA Kit

(8) FL— b2 —ILEED(x®). =R (20 C~25 C) T1RHEFHFELET,
(9) RIG¥ET %, RIGREB THPREZEDTILICHIZL 4 BES: (x@) ULEY., TDHE, R—/(—4
AR EDLETT L — hEFES(CL, BKPEDFBRELSICLUTIITILICE D TEREZEDBREET,
(10)&TTILICRILAFS AT - PESAEEWZ 100 yL I DOELET. Y170 L—MREDS
BRIREZAWTCER (x@) LEY,
(1T —b2—=ILZEED(xQ). =& (20 C~25 C) TI0ODHEFBELET,
(12)RIEHT#H, RISREB TESEREZEDTILISHEL 4 BEE (x@) ULET., TDH, R—/(—4
AIWIREDLETT L — hEFES(CU, BLNEDFBRELSICLUTIITIVICE D TEREZEDREET,
Y& TIUTREERZ 100 L 3 D5BFELET ., ¥1o0TL— MRESEREEZANTIER (x@) UET,
) TL— 2 —)LEEED(xB). =R (20 C~25 C) T2 DRHEFELET.
Y& TIUICRISZLE®RZ 100 yL D55 L. RERIEZELELET .
BB (x@) &, BSICNro0O0TL — MADYHEESTT 450 nm (BIEE 620 nm) TOIRFEE %R
EUEY. 8KE(FE 600 nm ~ 650 nm DOEEFHTERATEEI,
(@), (x@). (x@) MEFIBIE (15 R—) BTSBIIZE,
9.:18
(1) AIES RS UE T X BrEiZESHEE (pg/ml). Y Bl EDRERRD S IR L T<IESU N,
(2) RERED. (FR) BADORAE(CHIET DRE (pg/mL) ZFHAEDET . 5iAHED ITEE (IR
FIREZRZUAEMBE UET . (BEREETE 2EBHRICIRDET.)
* FRIADIRNENIREIFRIE X DINTZHZE(E (C) Buffer solution (C CEHMGER(ICGGAR UBEAEZR
EELTLEEUN,
x 1> E1—4YV T NTOEENIET(L 3 RZIER. 4 £2(E 5 /\SA—F—DFEREDBHRUET,

10. FvUIJL—>3>
AF v MK TESNISHEMEE. FERstE8R > THFY MNRMIDBRICES SN REFRSEEC
2T & T NIBSC/WHO #Z#5 IL-7 (Code:90/530) ZE#(CUIEI Y MNEE(CIRET BT ENTEET,
NIBSC/WHO(90/530) L= MERE(U/mL) =HaE{R#xA+w NAIESE(pg/mL)
* PEAHEIRRBOY RS EICEETDIHENGDEFIDOT., BEOY R EICEDHSNIEIREZREZHE
RBUTHSETELTLIESEL,

11.3F v bDTERE

o B EEEH
1.50 pg/mL~236 pg/mL

10.000
—
&
8 1.000
ol
E
c
(=]
o~
w
(=]
[Fp]
=
s 0.100
L
<

0.010

1 10 100 1000
Human IL-7(pg/mL)
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LBIS Human IL-7 ELISA Kit

ofBEMER (77v 1 AZES))
ERMECRRDERED IL-7 Z70

oBIRMEER (7Y zHZEH)
[EBMECERDRED IL-7 ZHIN U 31RIAEZ 4

U7z 2 1tk 5 BRIE HRI 3 BAIE
Sample1 Sample2 Sample1 Sample2 Sample3
"D (pgml) | (pgiml) Pay/D | (pgiml) | (pgimL) | (pg/mL)
1 2.00 30.4 0 BE 124 7.72 4.08
2 2.13 31.6 188 126 7.93 3.99
3 2.21 315 2 BE 129 7.86 4.18
4 2.14 32.1 38H 121 7.64 3.88
5 2.14 31.3 mean 125 7.79 4.03
mean 2.13 314 SD 3.3 0.13 0.13
SD 0.075 0.64 CV(%) 2.6 1.7 3.2
CV(%) 35 2.0 15 C.VAB(E 15 %S

15 C.V B 15 %Ki

IMNENGHER (ERIMEFE/T(HIMEAKN TS 4 FED IL-7 ZANNUARE) BN 92.0 %~105 %

MEARIA MEZIRIR(EDTA)
N2 ST G EIES NI eI NS EIfYEX
(pg/mL) | (pg/mL) i (pg/mL) (%) (pg/mL) | (pg/mL) i (pg/mL) (%)
0 8.37 - - 0 8.33 — —

12.5 19.9 11.5 92.0 12.5 19.9 11.6 92.8
25.0 31.9 235 94.0 25.0 32.4 241 96.4
50.0 57.5 49.1 98.2 50.0 57.7 49.4 98.8
100 113 105 105 100 109 101 101

o FRENT (ERINASTI MR FHIDREDIL-7 U 2 MRS SHEER C 3 EPEmtRUARE)

AIRER

y = 249.4x - 0.5081
R=1 . J

140

120

100 y =39.547x +0.2645
_ R=0.998
E 80
o -
a e MEHHE D6
~ 60 o :
= o M;&#H{FA D7
40
o
20
o} ° ®
0 o ®
0 01 02 03 04 05 06

Dilution Factor

HRER
140
y = 251.98x + 0.0695
120 R=1
100 y = 40.876x-0.1218
_ R =0.999
£ 80
e
=T1]
(=}
= 60 L
40
o
20 ~ .
0 | B
0 01 02 03

o M43 (EDTA) ID8
e M#% (EDTA) D9

0.4 0.5 0.6

Dilution Factor

12. 550> 1—F1 >0 & QA
e INRTDOITILTCORIGHEELY
BERELULTEZSND S E.
1) BRERARBED AN L.
2) RE(CEETIRFBERDODANT .

3) RE(CEET DMEBTROMDEZPOHEIFGARIR.

4) BEZREEFIDEA,
5) Fv MREREDSE

(FRFELTTHE)
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LBIS Human IL-7 ELISA Kit

6) 7L — hODBRINFEE,
7) FEEROEREMEN DT,
o/ MEEBRBEED OD fBEL DT 5> OD fENE 18D,
FRELTERASNDIE - - - FEDNRNEL, A2 THOT.
oZENREL (CV) MKREN
FRELUTERSND L.
1) FTEDNTELH, RxTE£THDOT,
2) BERVEEMBE. REOEB/HNARFTED TH oL (RERARDIER(EFD (CIToTIEEWY),
3) ERYF o D IOBRIEN—TFE TN D1,
Q-1 : Fy NMINBEILTERI D ZENTEFTIN?
A-1: TEFT, FRLRVWTL—MEIZYTE I IICRL. BEECHRELTIZE),
Q-2 : JL— hEEIDHUTZEST TILOHR(CRFRNAD TOWEBAT U EESDEEBAN ?
A2 S DFEEA. CDFY MNIFZRITL— MIATERODTEDFT,
Q-3 : RIAZRN UTESEVEV UIERB#ENN S DX UTTHAIEICEENSH DX I N ?
A-3 : FENHDEIREMEN S DT, BIEEMESHZD. AETRUTICRADIZENDDET.

D—0>— K ()

Strip 1&2 Strip 3&4 Strip 5&6 Strip 7&8 Strip 9&10 Strip 11&12
A | Std.236 pg/mL 1RAK 2 1RAK 10 1R{K 18 1R{K 26 1RAK 34
B | Std.85.8 pg/mL 1RAK 3 1RAK 11 1RIK 19 1&R{K 27 R4k 35
C | Std.31.2 pg/mL IREK 4 1RIR 12 1RAK 20 IREK 28 1RK 36
D | Std.11.3 pg/mL 1RIK 5 1RIR 13 IR 21 IRAK 29 IRAK 37
E | Std.4.13 pg/mL 1RIK 6 1RIK 14 IRAK 22 1R 30 1R{K 38
F | Std.1.50 pg/mL RIK 7 1RIK 15 IRAK 23 IRAK 31 1R 39
G 0 1RK 8 1RIK 16 IR 24 IRAK 32 1REK 40
H TRIK 1 1RIK 9 RN 17 IRAK 25 IRAK 33 IR 41

S EARIICCHRBIAZ VR Lo E > FRUSEESEIE

oELISA ABFAFIRBICKDHEZZITE T, ATFRERE. BERINBIOER : 20 CT~25 C (EBE&eLE
FEAFIAIR—SIREE) ZHETUTLIZEV, £z, BER (T77O>EABESD) : 0.4 misec BAE,
A2E 30 %ERiBDIRIE F COBRITFEEF TS ZE0N,

o BZRXT WV I TORBERIGIFIC(E. DI)LDEZE. BYODEAN. BEDRD. DEFRAEOERREZHILET S
A I TL— b — )LD TLEEL,

o IRAR L ERERICAFIINSR S SIRNK S (CERZEDIFTLESV. 1 DTV FYITDTERZESBHUET,
FHERIMFEAIDETITBENEREHATT ., HEBITTRELTLZEEL,

o SUMELER (CIIFREEZFERA L TULE T, BRDIMWNSEELTLESV, FHIDETEEETT,
oK+ W NI ELISASEDIHEZIR T UTcA. £R(FIBEED T CERLEEV. AFERMECAET S
BRICITERY T+ D TBEOBRENZTE UTEANCHERSIES0N,

CEIITNCAT Y MEEDP(EFL, BREE. RERABKEE(CDIFTLIZE0,
REIZ B (CAFFIRNTLIZEE V. AT v hDOEENES T, B, O, B0, FEEHICAB USRS
EBS(KEKTRDITHEWLWRIZFODINRIMEZITV. BERISEEEMOFHTZRITTIEEL,

oK+ vw NEEA L TULBIGFT TIIEREBYWEYESR LIRWVWT L ZE0,
RFEFAFIOTERY ST 2T URNWTLIZE0N,

oY hESDESHELITEE TENDIRNWT L IZELN,

IRIR(IREDREREN DD EDE U TRDER U TEDR S TLIZEV. Ay NIEWIEBRD/M D Z
EATUVET,

o FREHDIRIK, FAUSHIERE L. TECRVBELIEL TSV, IR UEREEER. K&
B DOFERFE(SPIB MR DM EM N Z MU DER IO TEEL TS IESE0,
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LBIS Human IL-7 ELISA Kit

(AEFIEMEEFTYIVAR]
W EURERIAE T — 5 U CTIRIRSRAF. BIERMF. BIER EEERERTERIEZIT O T EE),

U
U

=<

75
R
il

TL— b, BEEEFTDICERER0 CT~25 CICRLTLIESEV. BRILIC(E 2 BREMIMHWETY .,

IR RDTIR ¢ BRICSNITHERKT. 10 BISHRIRUTTZSN,

BEFRDOHEIR () :
(B)E ~IL-7 BRERICHEIKZRIRICESHDIEES * ZMABREL . FERFR (2360 pg/mL) &
ARUTLESEV,. ZOEERIEESNIETY NRMT (C (C) BERCHARELUTLSIZEEV, X158
IKDEFHIEZISIERIEE V. *xOY MK DBRKZRINT DENRRDITEH. BIHKICECED
BEEZHRIZEV. TRE—HITT,

2R (pg/mL) 85.8 31.2 1.3 413 1.50 0

EEAR (UL) jﬁ 200* }/’ 200* }/’ 200* j/’ 200* jﬁ200* _
EER (uL) 450 350 350 350 350 350 350

Y O EDEREORERR

BIMEEIEEE

O

O O 00000 oooo »oooao

O

FUAE ML 96 DTILTL— b~
Vi 4m (GERRIRER. EBIORODHMEDT) * @
IRAK (ISR © FRER 50 PL+HRIK 50 pL) FE(FREER 100 pL
HEH. BR(20 CT~25 C). 1EHERIL. FHE *@*Q

(D) EATFAZETT IL-7 TUADFIR, BRUKTHERFE. ERIEUZ(C) BER
T100 fB(ICHIRLUTLZE L\, BIRERDAR(IE—RISH(CITD,

VEFE4E GERRRER. BS(OROREDT) * @
EAFAEET IL-7 FUK 100 pL
1B, R(20 C~25 C). 1EBXRIG. & *Q*x0Q

(E) NILAFA T - PESAEEMOFHR. ERILUZ (C) BERT
100 fF(ICHRIRLTL 2=\, BIREROFRIE_RISH(CITDS.

Vg amE (CRERRER. BSIORDEEDT) * @D

RIVAFZ AT - TESAEEY 100 pL

B#, =R(20 C~25 C). 30 NERIEC. FHE *QQ*®
g 4aE (RPRRER. BSICRERDE) * @

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

xR, BEICKIDERICE

B, =B(20 C~25 C). 20 DEIXIE. 8= *xQQ*Q

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

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

100 pL

(x@) WEB(OHWFRZITIVICDEE. FOUSDLET 10 MEEEIRDERZELUFET . 4 BIEGTHE.

R=)\=FA)LEICTL— hEFES(CUTNERFRETR(CFEUE T HRRFERDFIR(TER
U TORDBREBES(CEUE T SRR ZEENRY NTHRINY 3BEORERZ (4300 HL/'jI) LT,
—. E_’J WE—E/E/@/}E}J_OD oD {EJ: Dj >>720D 1Eb\l__| < Td%%A(iﬁ¢/5Qﬁ/£@ 1D2&ELT ANLA
:‘:/9 ‘lZ‘FiA'#Zl tﬁm¢§@/%/$@§i 4 @%l_.] L//)ILJE_C 5~6 @(c_imb LT < 7::?‘_"(/\ jl/_ I\%E‘;%%%
L‘Eﬁﬁ@iﬁAo)}_tEK(; 5mL/3~25mL/5 (JXILDRICEDERDZET) T,
FE—RISEDVBIDFRDHI TILEID I A Z(SFEU TS,

(x@) #EHDOBEZI(F 600 rpm~1200 rpm-10 #RH. 3@,
(xQ) EHETEIL— I —ILEDEBBEL TS,

TL— b2 —)LHMRERZRN LT, #EEZTL— MICLTHDAIF T IZE0., —EFERL
27— b2—)LEBERA LBV T IZE0N,
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D—D3—h

CAIESR]

ol | A

(FrE]

CAIER] CAIEH]

(Ov hES] (B5hHARR]

(f"ZE]

(Hm&]) L EX® Human IL-7 ELISA Kit
(F1£3— K] 637-50441

(Z5EEFREC) LBIS Human IL-7 ELISA Kit
(BRIVEE ]

BT 7ML NAMERASH
ARHHPREXEEHI=TE1&H25
Tel : 06-6203-3741
Fax: 06-6201-5964
https://www.fujifilm.com/ffwk/ja
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