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Intended use

Interferon-gamma (IFN-y) is the only type Il interferon consisting of 143 amino acid residues (human), which
is structurally different from type | interferons such as IFN-a/B. IFN-y is secreted predominantly by T cells and
NK cells and functions as a homodimer. It is known to have various biological activities, including antiviral
effect, cell growth inhibition, anti-tumor effect, alteration of macrophage activity, promotion of NK cell activity,
immunomodulatory effects, modulation of the immune response, modulation of the differentiation process,
and is attracting attention in various research fields.

This kit is a sandwich ELISA system for quantitative measurement of human IFN-y. It can measure IFN-y in
human serum (plasma) specifically and with high sensitivity. This product is intended for research use only.
Not for use in diagnostics procedures.

Assay principle

In FUJIFILM Wako Pure Chemical Corporation’s LBIS Human IFN-y ELISA Kit, biotinylated anti-IFN-y
antibody and standards or samples are incubated in monoclonal antibody-coated wells to capture IFN-y. After
90 minutes incubation and washing, HRP (horse radish peroxidase)-conjugated streptavidin is added and
incubated further for 30 minutes to bind with captured IFN-y. 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 IFN-y concentration. The standard curve is prepared by plotting absorbance against
standard concentrations. IFN-y concentrations in unknown samples are determined using this standard curve.

Reagents supplied
Components

State Amount

A) Anti-IFN-y antibody coated plate Use after washing. 96 wells/1 plate

)
B) Standard human IFN-y Freeze-dried. Use after reconstitution. 1 vial
C) Buffer solution Ready for use. 60 mL/1 bottle
D) Biotinylated anti-IFN-y 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

(
(
(
(
(
(
(
(

| ) 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.

Equipments or supplies required but not supplied o©Use as a check box

oDeionized water (or Distilled water) oTest tubes for preparation of standard solution series. oGlassware
for dilution of Wash stock solution (10%) (a graduated cylinder, a bottle)

should be able to deliver 50 uL precisely, and another for 100 uL - 1000 pL.

dispenser like Eppendorf multipette plus which can dispense 100 pL.
oA vortex-type mixer.

buffer remaining in wells.

oPipettes (disposable tip type). One
oSyringe-type repeating
oPaper towel to remove washing
oA shaker for 96 well-plate (500 rpm -1200 rpm) oAn
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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 IFN-y (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 (750 pg/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 50 pL 450 uL 75.0 pg/mL \
75.0 pg/mL solution 200 pL 300 pL 30.0 pg/mL
30.0 pg/mL solution 200 pL 300 L 120pg/mL |, Standard Curve
12.0 pg/mL solution 200 pL 300 pL 4.80 pg/mL
4.80 pg/mL solution 200 pL 300 pL 1.92 pg/mL
1.92 pg/mL solution 200 pL 300 pL 0.768 pg/mL |/
Blank 300 pL 0

Deionized water
(distilled water)

oe L

- . Concentration
Original solution

750 pg/mL
50 uL 200 pL 200 pL 200 uL 200 pL 200 uL
Buffer Buffer Buffer Buffer Buffer Buffer
450 uL 300 pL 300 uL 300 uL 300 pL 300 pL
Concentration
pg/mL 75.0 30.0 12.0 4.80 1.92 0.768

[(D) Biotinylated anti-IFN- y antibody]
Add 100 L of deionized water (or distilled water) of room temperature to (D) Biotinylated anti-IFN-y antibody
(Freeze-dried) ( Original (D) solution). Prepare working solution by dilution of original (D) solution with the (C)
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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.

[(I) 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-IFN-y 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 IFN-y (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-IFN-y 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.
[(D) 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

o This kit is intended to measure IFN-y 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 anti- IFN-y 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 50 uL of biotinylated anti- IFN-y antibody to all wells, and shake the plate gently on a plate shaker
(*@).

(3) Pipette 100 uL of standard solution to the wells designated for standards.

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

(5) Stick a plate seal (*®) on the plate and shake the plate gently on a plate shaker (500 rpm).

Incubate for 90 minutes at 20 °C - 25 °C.

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

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

(8) Stick a plate seal (*®) on the plate and incubate the plate for 30 minutes at 20 °C - 25 °C.
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9) Discard the reaction mixture and rinse wells as step (1).

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

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

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

3) 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

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 IFN-y
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 IFN-y 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 IFN-y (Code: 82/587) by multiplying by the conversion factor specified in a separate sheet according
to the following calculation formula.
NIBSC/WHO (82/587) unit concentration (U/mL) = conversion factor (*1) x measured IFN-y 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.
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ePrecision of assay (Within assay variation)
2 serum samples, 5 replicates assay

eReproducibility (Between assay variation)
3 serum samples, 4 days, 3 replicates assay

Sample1 Sample2 Sample1 | Sample2 | Sample3
"o (pg/mL) (pg/mL) PyD | (pgiml) | (pgiml) | (pg/mL)
1 26.1 1.41 0 29.1 4.90 0.742
2 26.4 142 1 29.9 4.69 0.723
3 26.2 1.44 2 31.2 4.87 0.785
4 26.3 1.46 3 29.5 4.99 0.772
5 26.4 143 mean 29.9 4.86 0.756
mean 26.3 1.43 SD 0.92 0.13 0.028
SD 0.13 0.019 CV(%) 3.1 2.6 3.7
CV(%) 0.50 1.3 Mean CV was within 15 %.

Mean CV was within 15 %.

eRecovery test (Standard human IFN-y was added in 3 concentrations to serum or plasma sample and
assayed.) The recoveries were 86.8 %-108 %

Serum sample Plasma sample (heparin)

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

- 0.516 — - — 0.618 - -
1.00 1.60 1.08 108 1.00 1.62 1.00 100
4.00 4.50 3.98 99.5 4.00 4.20 3.58 89.6
16.0 16.4 15.9 99.4 16.0 14.5 13.9 86.8

eDilution test (Serum sample and plasma sample were serially diluted by 3 steps.)

Dilution test

y = 54.816x - 1.2272
R2 = 0.9960

30.0

y = 39.508x - 0.5809
R? = 0.9994

25.0

20.0

Serum
15.0

Plasma (EDTA)
10.0

Human IFN-y(pg/mL)

y = 31.631x- 0.4153| Plasma (heparin)

R? = 0.9972
5.0

0.0

0.0 0.1 0.2 0.3

Dilution Factor

0.4 0.5 0.6

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- IFN-y 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-IFN-y
antibody or HRP-conjugated streptavidin.
Contamination of enzyme inhibitor(s).
Influence of the temperature under which the kits had been stored.
Excessive hard washing of the well plate.
Addition of chromogenic substrate reagent soon after taking out from a refrigerator might cause poor
coloration owing to low temperature.

4)
5)
6)
7)
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eBlank OD was higher than that of the lowest standard concentration (0.768 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.
oQ-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.

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 (750 pg/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 IFN-y standard solutions:

Conc.(pg/mL)  75.0 30.0 12.0 4.80 1.92 0.768 0
Std. sol.(uL) 50 200* J/’ZOO* }/’ 200* 200* }/’ 200* —
Buffer(uL) 450 300 300 300 300 300 300

*One rank higher standard.

o Add deionized water (or distilled water) of room temperature to (D) Biotinylated anti- IFN-y 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.

o Anti-IFN-y antibody coated plate
o |Washing 4 times (*@), (*®)

o Biotinylated anti- IFN-y antibody 50 uL
|Shaking (*@)
o (Diluted) samples, or Standards 100 uL

o |Shaking (500 rpm), Incubation for 90 minutes at 20 °C - 25 °C.

Dilute HRP-conjugated streptavidin to 1:100 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)

Y Atter dispense, the color turns to blue depending on the concentration. 100 uL
o |Shaking (*®@), Incubation for 20 minutes at 20 °C - 25 °C. (Standing (*®))
o Stop solution 100 pL

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
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.

O
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Standard of plate-washing pressure: 5 - 25 mL/min. (Adjust it depending on the nozzle’s diameter.)
*(@Guideline of shaking: 500 rpm - 1,200 rpm for 10 secondsx3 times.
*(3Seal 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 IFN-y 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 #] 631-47891

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 IFN-y ZHRHEAN DOERECHEIDZENTEET . A+ v MIAFRBNCOHTERLSTES0N,

*ERDB/E
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AFy MIEAF AEEH IFN-y FUAERER, IREEH IFN-y FAEIR L7 o0T L — D)L T
SFANR—-BUET. 90 DDA >FINR—2 3> EFFER. NILAFISH - - PESESYZIR 30
DAFINR-BRUFY. TFE. DTILESTENLAFI Y —PE2RER(TMB) ERIGSEEF T, Rt
B DEROFINTELESN. RICOFER, EUCEBOEYH 450 nm (FIKE 620 nm) TLEEBIESNE
T IREE (L IFN-y RE(CIFF AU FE T ARERRE (S U TREZTOY b9 22 ETRERHESN.
C DIRERREAE D TRANRARDRENRESNE T,
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(A) %ﬁéﬁ%‘{\é %%“%03 on?lt/ed_pl'fte PSP 96 wells(8x12),/1 1
O o o, Y AR - AR 17K

(©) S soten ZDEEEA 60 mL/1 &
e oY ripody RIETIRE, - SRR 1

O AR5 TS e ARG 100uL71 %
") oy ZDFEEIEF 12mL/ 1%
i kel ZDFEESEF 12mL/ 1%
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4.3y bR EERRAR

Fv bhlE 2 CT~8 CTHRIFLTLIZSVY (RIEEEER) . CORTFERATTFY MIFMEDSNILICEEHS
NIZAERHIRARZETY . BRHIROBE 2R (HMER LRNWTLES 0, A UEERRECDOEFHUTE.
REREBICKIDHEZRITDUEEN DD FTITOTRDOIEAEHRELFT,

54y MUSMTRECHERSEZE OFTvIUX S
COFEEUK (REBK)  OEBRE OFR&ERAZRE OFvITMAEERY ~ (50 uL XU 100~1000
pL ZIEHE(CERERTE3HB0D) EFEEERY b OR—/)\—SA)LE (HRbE(CER) Oi8¥2s
(Vortex #17) OFL—MRESER (8500 rpm~1200rpm) OFL — MEEFE (HNIEFEL
V) FreEEsE>Y OJL—kJU—4—(450 £10 nm/600 nm~650 nm) O —45tERY IO 7

6.:NZEDHAH
* v hOESEARNICHIER (20 CT~25 C) (CRLTLZELY 2 KREMNAERTY).
*x3.T [ZDFHEA] LHDHREEREEREDOIIDIRETHEATET X I, BREREA] [HIRERE
Rl £HBEDICDNTETEROEBETHARUTIIZS,
*AECHEIZDTETEHEZRHR LU TIIZE,

(ERENIZRETRDRBR]

(B) Standard human IFN-y ; {RE#H{FH
(B) Standard human IFN-y (CABRUKZBIFKICSCEDISTEE * ZINABHR L. BRERFR (750 pg/mL) ZFHE
LTLIEEV D, BRIEESNI=3Fwv NAMI(C) Buffer solution THEL TLIZE0V)\, X DIEEIKDE(E
A CSR<IZEV Oy MCKDIBERUKZRINT 2ENEIRDIs. BRICEEEDIEEEZ CHER< I
=L,
TEEFEF—HITY,

BEBROETE (C) Buffer solution =E (pg/mL)
ZAEMRIRIR © 50 L 450 uL 75.0
75.0 pg/mL &R : 200 L 300 L 30.0
30.0 pg/mL & : 200 pL 300 L 12.0
12.0 pg/mL & : 200 pL 300 pL 4.80
4.80 pg/mL & : 200 pL 300 L 1.92
1.92 pg/mL & : 200 pL 300 pL 0.768
Blank 300 L 0
FEEK
eomL
il B
750 pg/mL
50 uL 200 pL 200 L 200 L 200 pL 200 L
BER EER BER EENE EENR RENR
450 pL 300 pL 300 pb 300 pL 300 pL 300 uL
rﬁfig 75.0 30.0 12.0 4.80 1.02 0.768
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(D) Biotinylated anti-IFN-y antibody
FERIK 100 uL ZHNX5B%E L. (C) Buffer solution T 100 f&(CHIRL TS EE0N,
(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,
{5l : 100 mL @ Wash stock solution (10x)+900 mL DIFRIK (FEEE/K) (96 D)L TEFEHATIHE)

(BHBOREELRFSIE]
(A) Anti-IFN-y antibody coated plate
FEATABERIEZA Ny T (FZv TS =)W IICRL. BDFEF 2 C~8 CTHREFLTLLEZEL. B
PEARANE EEZHREFT .
(B) Standard human IFN-y
FRISEZIRIRRE CTEMARARZEM ZHR5F T . RERFERE 2 C~8 CTHEL. 2 BRMUAICEARLT
<IZEW. FHRARUCEREFTRIES(CERL. FREQELRVTLIZE0V,
(C) Buffer solution B¢T}F) Chromogen (TMB)
—EBDBERZER T DREMNEBEL DD UZHDEZFIDELRICE L. EDEIERICESRAVTES(CE
Z UM DED. 2 CT~8 CTHREFELTLZEL, BHEIRARZEEHZREET .
(D) Biotinylated anti-IFN-y antibody
ISR CEMHARANRZEM ZRE5F T, BRKZMAIBREUIEEAF U EESTWERIE 2 C ~
8 CTHRIFL. 2 BRMURNICHERALTLZEV, BERTHRARUDBREES(EAL,. FREFQEULR
nWTLEEN,
(E) HRP-conjugated streptavidin
Fv hEREUTERATIREAEREF CSTEEI DD EUETRARL. KDDRRIIERICESIANT
BS5(CEZUO>MD ERD, 2 T~8 CTHREFELTLLIZEV, BRMEARNEZESHZREEFT . EAKDD
FBIRBEAHRIFERELTIZS0N,
(H) Stop solution
ERKDZRF I DIHEE. B2 LMD LD, 2 CT~8 CTIRIFL T2V BIEARNEZ EMZ R 5T,
(I) Wash stock solution (10x)
Wash stock solution (10x)Z{R1F 3 DHEE. EELO>MD ERH. 2 CT~8 CTHRELTLIZE L. B
RERNLZEZREF T . ERARD OHBRRBEHERRIIERZELTIZS,

7 R4EDHRAS

oAz RHAICIRE I DIHE(E. —35 CUT CORBEREZHREUFE I, #EDIRUDERERAE (BT TL
&0\ BEURAESATE I DERICARREURDICEH LTSV, £e, BAZHIRT 2555
ARFEARE L TSIEE0,

OIRIK(ITEE(CREVVERIN, B LIz MIDEARUMMIEZFER L TLIZEU,

o MIFR MAFDOFUEERI(C (. EDTA (Ffz@3N/WUY) HFERALTSESU,

o ME N BHEERIE & A I DREHBAHERZ L T ZE0\,

oA U AR E AR BEIRIR IRV T S IZE0,

o8 D RUNBY DD DIRIKITER LD BESE CRHREZATEICAWVWTLIZE,

oIHEMBDEIENFEND LLVRIK(E, B—KICHENT, BB 2 /R1> MU LOFRETHRER E%
ERLUTLSZE0N,

I RAREFIRT DIHEL. HENUHERE(PP. PE)ZE%Z L \C(C)Buffer solution THFRUBAIED TIUTHELT
<TESLN,

8. ITEIRIEE

FEHRERBDDAICRICHET IDAEZAEG O THRULTLSEEZL,.

(1) BEMNMUHHARUIEHEEFRZZDTILISHIEZL, 4B5EF (x@) UET., D&, R—/\—5FA)LIRQ
EDOLTTL—bhEHFES(CL, BLIPEDFBREIICLUTOITILCE D ERERDBREET,

(2) BIOTIVICEATF AEE IFN-yiid&%E 50 uL 9D LFET ., <70 — MRESHBRESE
BLWTE#® (x@) UEY,

(3) EERBTED T)LICRBEEDIEERRZ 100 yL 3 DFLET,

(4) BAKBIED TILIC(C) #BERZ 50 L 9D EL. =5(CHRA%ZE 50 L 3 DEULETS

(5) TL—b2—)LEEED(*R). R (20 C~25 C) TO0 NfE. EELE I, (BHHBZ=500 rpm)
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LBIS Human IFN-y ELISA Kit

(6) RIGIET#H. RIGREIE TREREZZDTILICHIZL. 4E5EE (x©) ULET. TDH, R—/(—4
AINREDLETTL— hEFEECU. BLMNEDIFBELDICUTITIVICE D IEHRERDBREET,
(7) EOTILICNILAFIA - - PESEEYZ 100 L 9 DO95ELET., o0 — MrEDS
BREEZRANWTER (x@) ULET,

(8) FL— b2 —)LEED(x®). =R (20 C~25 C) TI0ODMFELET,

(9) RIGHET#H. RIGREIE CRHEREZEDTILICHIZL 4 BEE (x@) LET., TDH, R—/(—4
AIIREDLETT L — bEHES(CL, BLPEDIFBDLDICUTIIILICE D IEREEBDBREET,

(10)& D TI)LICEERZ 100 yL FDELET ., IO L — MRESFRREZAHWNWTER (xQ)
LET,

(1NTL— b —)LZBED(*x Q). =R (20 C~25 C) T DEFHELET .

(12)& I T)UICRIMELERZ 100 pL 3 D3F L. RERIGEFEIEUET.

(1381 (x@) %, BESICNYroO0T L — MNADNKESTT 450 nm (BIKRE 620 nm) TORNEE %8
FUZFT, BlEEIE 600 nm ~ 650 nm DEEHE CERATEEI,

(@), (x@). (xB®) BIEFIEHE (15 —) £#TSBIIEE,

9.;:t8
(1) AEBAREFEVFRUET . X BERESREE (pg/mL). Y BrERUEOREIRT S T2 FR L T< IS,
(2) RRERKID. (FHIR) BRADRNE (TS DEE (pg/mL)ZE AN FET . FHED LRE (CIRESH
REEFUATEMBELUET. BEREETEH 2EBHRMICTIRDET,)
* MRIRDIREENIRERINIEE K DHNTZIBE(L(C) Buffer solution (C CEMMEXR(CGARUBEANER
ERELTZE,
* 1>E1—AY T NTOESUIET(E, 3 RZIEN. 4 £2(E 5 /\SA—F—DFEREHEDHUET.

10.FvVUIJL—>3>
AFw ML TESNISAEMEIZ. FERABR(CH D THy MNRMTDBIKICED SNI-HEFZEE TR
2 & T NIBSC/WHO Z#5 IFN-7 (Code:82/587) HHEAECLIEIZY MNEEICHME TR LN TEE
EP
NIBSC/WHO(82/587) 1= MNERE(U/mL) =HaE{R#xA+w NAIESE(pg/mL)
* MBFZMIRROY R EICEFBHITIBEENHDEIDT, BROY R EICEDSNICIREFRI A TE
BUTHBETELTLIZELY,

1.FvY btk
o A TE L]
0.768 pg/mL~75.0 pg/mL

10.000
L4
c
L.
@ 1.000
N
£
| =
(=]
o
©
(=1
n
2 0.100
)
o
<

0.010

0.1 1.0 10.0 100.0
Human IFN-y (pg/mL)
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LBIS Human IFN-y ELISA Kit

ofFEER (77w z-1AZEE))
IEREIME (CRIRDIRED IFN-yZ 50
LTz 2 1% 5 BRAIE

oBIRMAER (7Y zRIZE)
[EBIEICERDIRED IFN-yZRIU T 3 #Rfk%Z
4 5 3 EAIE

Sample1 Sample2 Sample1 Sample2 Sample3
"0 | (pgimL) | (pgimb) Pay/D | (pgimL) | (pgimL) | (pgiml)
1 26.1 1.41 0 HH 29.1 4.90 0.742
2 26.4 1.42 1 HBE 29.9 4.69 0.723
3 26.2 1.44 2 HHE 31.2 4.87 0.785
4 26.3 1.46 3 HHE 29.5 4.99 0.772
5 26.4 1.43 mean 29.9 4.86 0.756
mean 26.3 1.43 SD 0.92 0.13 0.028
SD 0.13 0.019 CV(%) 3.1 2.6 3.7
CV(%) 0.50 1.3 F19 C.VAEE 15 %Ki
15 C.VAE(S 15 %Ki
o MNNENUNGHER (IEREMBEE/(IMBIRACERD 3BED IFN-yZRIMUEIE) [EUNER(L 86.8~108 %
IMEIRIA METARIA(NI D)
) == ERIfiE [ElUNE [EIURER )= SRNE ENE [EIUNER
(pg/mL) | (pg/mL) | (pg/mL) (%) (pg/mL) | (pg/mL) | (pg/mL) (%)
- 0.516 - - - 0.618 - -
1.00 1.60 1.08 108 1.00 1.62 1.00 100
4.00 4.50 3.98 99.5 4.00 4.20 3.58 89.6
16.0 16.4 15.9 994 16.0 14.5 13.9 86.8
o FHINEMRE (IERITEE/(JIIRCRIRDEED IFN-y = MNUTZ 3 1RAEEsH CiEErR C© 3 BFSHRRUAIRE)
HINERE
30.0
L]
25.0
y = 54.816x - 1.2272 y = 39.508x - 0.5809
= R2 = 0.9960 R2 = 0.9994
£ 200 .
2
S o MRk
EI 15.0 ® MmiF(EDTA) &
= Mg (AJTUY) A8k
g 10.0
I y = 31.631x - 0.4153
R2 = 0.9972
5.0 5
|
0.0
0.0 0.1 0.2 0.3 0.4 0.5 0.6
Dilution Factor

12.:55TN>1—F1 >0 & QA
e INRNTDITILTORIEHEFLY
ERELTEZRBSNBC E,
1) ZERDARKD AN L,
2) HE(CEET DHEBTRDANTN.
3) HECEET IABAROEDEI PHEFARAIR,
4) EEZRFAEHFIOEA.
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LBIS Human IFN-y ELISA Kit

5) Fv MREREDSE (FELIEES).
6) L — hOBEIIREE.
7) BREROEEMNMEN DI
o/ |MEEERKEED ODIEL DT S>2 OD ENNE K12,
RERELTEZIBNDCE - -+ FEHNINNEY, A2 Tho/E.
oZENREN (CV) HKREFL
FEREUVTEZSNBC &S
1) FHENTNEH., AL THo /.
2) EERDERME. REAOEBHENRFTD THhH oI (REEAEDEREIFTDICIT>TLEEW),
3) ERYF o D OBEN—TFETIIRM D .
oQ-1: Fv MNIDEILTERTDCENTEEINH ?
A-1: TEFET, FRAULRVWTL— NIV TS —)ILI\WIICRL., SEEICERELTLIEE0),
Q-2 : JL—hrZEEDHUESTTILORIRFRNAD TOWEBATURNREESDEEAN ?
A2 BESHDERA. COFV NIFZRT L — NIATER>THNET,
0Q-3 : AR ZRN UIEBSETEVEV UIEANBEMNA S D L UTEVE(CEENSDEIT M ?
A-3 : RZENE B RN D FE T, HIEMEMESHIED. BIETRUT(CRDIBENSDET,
Q-4 : MBFCTHBAETETEIN?
A4 MIBCTHAETEEY, MIBRMFOTURER(C(E. EDTA (E12(@E/WUY) #ERUTLSZEL,

D—0>— kK~ ()

Strip 1&2 Strip 3&4 Strip 5&6 Strip 7&8 Strip 9&10 Strip 11&12
A | Std.75.0 pg/mL IRAK 2 1REK 10 1RIK 18 IREK 26 1RIK 34
B | Std.30.0 pg/mL IRK 3 1RAR 11 1RIK 19 IR 27 1R{A 35
C | Std.12.0 pg/mL 1RAK 4 1R 12 &K 20 1R{K 28 1R1K 36
D | Std.4.80 pg/mL 1RIK 5 1RIK 13 1RIK 21 1R{K 29 1RAK 37
E | Std.1.92 pg/mL 1RIK 6 1RIK 14 1R{K 22 1R4K 30 1R1K 38
F | Std.0.768 pg/mL RAK 7 1RIK 15 1R{K 23 1RIK 31 1RAK 39
G 0 1Rk 8 1R1K 16 1RIK 24 1RAK 32 1RAK 40
H RIK 1 11K 9 1RAK 17 1RAK 25 1R1K 33 1RIK 41

S ERFIICCHERESTEVLEIIT Lo > NRUEREHE
oELISAE(FRITEIRIBE(ICKDHERZITE T, BITEIRE. BFERISGFIOER : 20 C~25 C (EE&AE L
FREADFIAIR—AREE) ZETUTLSESV, F/z, BUR (T7O>AEED) ;0.4 misec LLE.
MRE 30 %ERBDIRE T TORIE BT TLIIEEN,

o BT I TORBRICIFICIX. DITILDEZIE. EYIODEAN. BEDRD. DEFREOERZHIETSD
A, I TL—bh—)LEBi > TS EEN,

OIRAR &SR (CAFIINSES SRV EKDICERZEDITTLEE W 1 D)L/ FYvITDTHEREDEDHUET,
FKERIMEAIBDXETITBVWEEEBIPTT, XEBITTREFEL TS,
oSUMELILR T (IMMEEEERA L TLE T, BIDIRWTFRELTLZESV, EHIDIETIEEETY,

o AT+ v NI ELISA SEDIHMEZIZR T UTeA. £E(FIBEED T CCERALKESV. AFERMFCHET S
BRICIEENRY T DIREOBIRENRE UIEANSTHERIEEUN,
CEMBITNCAT Y MEEDP(EFL, BRiE. RERABNKES(CDIFTLIZE0,
ERFERETE(ATFRNTLIZE V. AFw hOFEENE> T, B, O, 0. FEEFIAEUEBSE
BES(CKEBK TR TEVNRIZDNDUEZITV. WEBRISEEEMOFHETERIT TS0,
oA+ w NEEA L TULBIBFACIIEREEYESR LIRWLWT L EE0,
GAEFEIOTERY T4 > UIRNWTLES0,

oY hESDESHELITEE TENDIRNWT L IZEL,

IR (IRRDBERMEN G DEDE U THERDER U TEDE D TLIEE W\, Ry v MIEWIEBERDRD %=
SEATUVET,
o FFBEAHDIRIK, FHUCEERSE (X, BECHVERENIEL TLLIEEV, QB U IeARAY i MR, K&
ORI (SPRE R DM E L N ZMUHDER T TEELTLIZEL,
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LBIS Human IFN-y ELISA Kit

BFJJEQEI"E?HE&?I vOURXPM]
I ERERBAE & — 5t U TR, AIERMF. AIESEZHREATERIEZIT D TSEELN,
O JL—b 888270 CERER0 CT~25 CVICRULTLIESTW, BRIBIC(E 2 BREMANETT,
O EHEEROAIR ERESNIEABEKT. 10 BICHRUTIZE0N,
EEFROBIR (H) :

(B)E b IFN-y iR (CARRUKZ BIMKICSEEDIEES * ZMABHEL . FERER (750 pg/mL) =

O RARLUTLLESV, ZOEERIEENET Y MNMT(C) BEIMRTIRARE L TLIESEV, MXBERK
ODE(E&BU%EE%L"'*E”O' W\, xOY MCKDIBEKERINT 2ENERD 6. BIFK(CEEEDIE
SEHECHRIEEV, FREF—6ITY,
= vfz};(pg/mL) 750 30.0 12.0 4.80 1.92 0.768 0
R

O

AT (L) Y’ 200" Y’ 200" Y’ 200*Y> 200" Y’ 200" _
Bl mEm L 450 300 300 300 300 300 300

YO EDEREORERR
EAFAEEH IFN-yHUA FBROKTERER. ER(EUZ(CHEER T 100 E(CHRIMUTIIESL),

BIMELIEEHE

0O HuAEHE(E 96 DTILTL— b

O [FoFam  (ORERbRER. BESIORDEEDT) *®
O EAFAESEH IFN-y ik 50 uL

| B *Q
O &K (FHBFR&R) (MR EER 100 pL
O |Z58(20 °C~25 C). 90 ﬁﬁaﬁ}iﬁﬁ\ 500 rpm {E#4

0

l
l

!

o0 O OO0OO0aod

ol
]
(x®)

(x@)
(x®)

EVRILAFS A - - PES AEEVMDHEIR. R UTZ(C)BER T 100 {5
(CHIRLTLZE L\ BIRBROAR(FIE ST ITITD,

Vi 4m (RRERIRER. EBIORODHMEDT) *®
NRIVAFSAH T - TES S HEEY) 100 pL

FE/ (TMB) TMB H'ZER{IEEN TS & 2R
DR, BELCLDBRICE

RIEAZLERR SRR (C DS HURER
MER. RECLDEBEICER

BSI(CRGEERIE (FREE 450 nm, BIfEER 620 nm:600 nm ~ 650 nm)
BiERIET L — hERDBENEZF v ILUET

B, =R(20 C~25 C). 30 pRIG. FH#FE **xQ
R4 E (RERRER. BESCRERDT) * @

100 pL
ik, ZVE(20 T~25 C). 20 HERIS. BE @0
100 pL
By EBES5CEH *Q

TORB(OERERZDTIULCHFRE. FOOUSDLET 10 MEFEEIRDERZELFRT . 4 ChEFTFE.
R=)\=FA)ILICTL— hEFEE(C U TINEHERZETRCHRELE T, SRR ERDIIR IR
U TORDBREES(CEUE T SEERZEENRY NTHRINY 3BORERZ (3300 }JL/'jI) LY,
Fi— RIMEESREED OD BX DTS2 OD A S IRBDIGEFERRFED 1 DELT, ~NLA
F 4 —CHEEY) ERIGEDFEHROEL 4 B2 E URtR T 5~6 BB LT ZE, TL— N
L'fiﬁﬁ@iﬁA@}_tEK(; 5mL/93~25 mL/ﬁ (/X)I/OD («_JZ DERDFT) T,
BHDOBEZ (S 500 rpm~1200 rpm-10 F2[HE. 3 IElo
BIETRITL— b2 —)LZRDEBEL T ZE0N,
TL— b —)UREREZRN LT, MBEEmZzT L — MIICLTDfHFT<EEn. —EFERU
=7 L— b2 —)LEBMER LRNT LS ZE0,
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D—D>—h

CRIES]

| A

(FrE]

CAIER] CAIEH]

(Ov hES] (B5hHARR]

(&%)

(Hm) L EX® Human IFN-y ELISA Kit
(A3 — ) 631-47891
(ZREEZREC) LBIS Human IFN-y ELISA Kit
(BRENEEE]
BT X7/ AMAMERINSHT
AIRHPRXEEII=TEH1&25
Tel : 06-6203-3741
Fax: 06-6201-5964
https://www.fujifilm.com/ffwk/ja
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