FUJFILM LBIS

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

[LBIS Mouse TNF-a ELISA Kit]

Cat # 634-44721
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 kit!

Intended use

Tumor Necrosis Factor (TNF)-a is a pleiotropic pro-inflammatory cytokine, which soluble form consisting of 157
amino acid residues, identified as a factor that induces hemorrhagic necrosis in transplanted tumors in mice. TNF-
a is produced by various cells, including classically activated macrophages, B cells, T cells, and fibroblasts. It binds
to two different types of receptors, TNFR1 is ubiquitously expressed on almost all cells, and TNFR2 is predominantly
expressed on immune cells. It contributes to host defense against infection and anti-tumor activity by inducing
apoptosis and increasing antibody production. TNF-a has been reported to be associated with various diseases
and is attracting attention in fields such as rheumatoid arthritis, inflammation, diabetes, hyperlipidemia, nephropathy,
sepsis, and osteoporosis.

This kit is a sandwich ELISA system for quantitative measurement of mouse TNF-a. It can measure TNF-a in
mouse 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 Mouse TNF-a ELISA Kit, standards or samples are
incubated in polyclonal antibody- coated wells to capture TNF-a. After 2 hours’ incubation and washing,
biotinylated anti-TNF-a antibody is added and incubated further for 1 hour to bind with captured TNF-a. 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 TNF-a concentration. The standard curve is prepared by
plotting absorbance against standard TNF-a concentrations. TNF-a concentrations in unknown samples are
determined using this standard curve.

Reagents supplied

Components State Amount
(A) Anti-TNF-a antibody coated plate Use after washing. 96 wells/1 plate
(B) Standard mouse TNF-a Freeze-dried. Use after reconstitution. 1 vial
(C) Buffer solution Ready for use. 60 mL/1 bottle
(D) Biotinylated anti-TNF-a 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.

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
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should be able to deliver 50 pL precisely, and another for 100 yL - 1000 yL. ©Syringe-type repeating
dispenser like Eppendorf multipette plus which can dispense 100 pL. 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 mouse TNF-a (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 (7 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 50 pL 450 L 700 pg/mL \
700 pg/mL solution 100 pL 150 pL 280 pg/mL
280 pg/mL solution 100 pL 150 pL 112 pg/mL
112 pg/mL solution 100 pL 150 pL 44.8 pg/mL }Standard Curve
44.8 pg/mL solution 100 pL 150 pL 17.9 pg/mL
17.9 pg/mL solution 100 pL 150 pL 7.17 pg/mL
7.17 pg/mL solution 100 pL 100 pL 3.58 pg/mL
Blank 200 uL 0 )

Deionized water
(distilled water)
oe L

Concentration
Original solution

7 ng/mL
50 uL 100 ul 100 pL 100 ul 100 uL 100 uL 100 uL
Buffer Buffer Buffer Buffer Buffer Buffer Buffer
450 uL 150 pL 150 uL 150 plL 150 pL 150 pL 100 uL
Concentration
pg/mL 700 280 112 44.8 17.9 7.17 3.58
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[(D) Biotinylated anti-TNF-a antibody]

Add 100 pL of deionized water (or distilled water) of room temperature to (D) Biotinylated anti-TNF-a 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-TNF-a 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 mouse TNF-a (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-TNF-a 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 TNF-a in mouse 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-TNF-a 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. ( *®)

) Pipette 50 L of standard solution to the wells designated for standards.

) Pipette 25 L of (C) Buffer solution to the sample wells, and the add 25 yL of each sample to the wells.

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

) 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 50 pL of biotinylated anti-TNF-a antibody to all wells, and shake as step (4).

3

(2
3
(4
(5
(
(



LBIS Mouse TNF-a ELISA Kit

) 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).
) Pipette 50 uL of HRP-conjugated streptavidin to all wells, and shake as step (4).
) 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 50 pL of 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 50 pL of the 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 mouse TNF-a
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 TNF-a 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.

10.00

0.10

Abs.(450-620nm).4Blank

1 10 100 1000

Mouse TNF-a (pg/mL)

Calibration

The measured value obtained by this kit can be converted to the unit concentration based on NIBSC/WHO
standard TNF-a (Code: 88/532) by multiplying by the conversion factor specified in a separate sheet according
to the following calculation formula.

NIBSC/WHO (88/532) unit concentration (U/mL) = conversion factor (*1) x measured TNF-a 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
n /1D Sample1 Sample2 Day /ID Sample1 | Sample2 | Sample3

(pg/mL) (pg/mL) (pg/mL) | (pg/mL) (pg/mL)
1 307 32.8 0 276 45.3 6.88
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2 296 31.6 1 292 43.9 7.05
3 300 31.1 2 274 47.0 7.22
4 292 32.2 3 279 45.3 6.95
5 282 31.3 mean 280 454 7.03
mean 295 31.8 SD 8.3 1.2 0.15
SD 9.3 0.70 CV(%) 29 2.8 21
CV(%) 3.2 2.2 Mean CV was within 15 %.

Mean CV was within 15 %.

eRecovery test (Standard mouse TNF-a was added in3 concentrations to serum or plasma sample and
assayed.) The recoveries were 94.7 % - 102 %

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) (%)

- 4.47 - - - 5.04 - -
18.0 22.5 18.0 100 15.0 18.7 13.7 91.3
72.0 72.7 68.2 94.7 55.0 61.0 56.0 102
180 176 172 95.6 150 148 143 95.3

eDilution test (Serum sample and plasma sample were serially diluted by 3 steps.) The dilution curves
showed linearity with R?=0.9944 —0.9998

Dilution test (serum)
450

400

150 y = 400.04x + 4.0242

Rz = 0.998

Z

300
g Serum
5
N Plasma(EDTA)
E y = 310.03x + 13.124 ) _~ )
2 200 R2 = 0.994 s Plasma(heparin)
2 e y = 311.33x + 11.881

150
R? = 0.998

100

50

0 0.2 0.4 0.6 0.8 1
Dilution Factor

Trouble shooting
el ow absorbance in all wells
Possible explanations:
1)The standard or samples might not be added.
2)Reagents necessary for coloration such as Biotinylated anti-TNF-a 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-TNF-a
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.
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eBlank OD was higher than that of the lowest standard concentration (3.58 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.
e¢Q-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
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 (7 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 TNF-a standard solutions:

Conc.(pg/mL) 44.8 17.9 717 3.58 0

Std. sol.(uL) }/’ 100* Y’100* }/’ 100* }/’ 100* }/’ 100* }/’ 100 —
Buffer(uL) 450 150 150 150 150 150 100 200
*One rank higher standard.

Anti-TNF-a antibody coated plate
|Washing 4 times (*@) , (*®)
(Diluted) samples, or Standards 50 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-TNF-
a 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-TNF-a antibody 50 uL

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 50 uL
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. SOk
IShaking (*@), Incubation for 20 minutes at 20 °C - 25 °C. (Standing (*®))
Stop solution 50 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 Mouse TNF-a 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 #] 634-44721

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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O o o ARSI 100 mL/1 %
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(B) Standard mouse TNF-a ; {RERIERHA
(B) Standard mouse TNF-a (LF*”K%/”J'J‘?EE(L;E*EOD}EEE * ZINZBRRL. BERER (7 ng/mL) ZRAE
UTLIESL. ZOEERIbSNI=F v NRMH(C) Buffer solution THRHR L TLIEEU\, X DER/KDET
AEZECSRBR<IZEV., *Ov MCKDBERKZRINT DENERD2H. BIfKICEEEDIEEE%E MR <
ZE0N
FEEFE—HITY,

BERRDE (C) Buffer solution =E (pg/mL)
%ﬁuuﬁ/& 50 L 450 L 700
700 pg/mL 5557 : 100 pL 150 pL 280
280 pg/mL &% : 100 uL 150 L 112
112 pg/mL & : 100 L 150 uL 44.8
44.8 pg/mL AR 1 100 uL 150 pL 17.9
17.9 pg/mL S8 : 100 pL 150 L 717
7.17 pg/mL &5 : 100 pL 100 pL 3.58

Blank 200 yL 0
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FEk

eeomL
A nnlithoD
e
HEELE 7 ng/mL
50 uL 100 uL 100 pL 100 pL 100 pL 100 uL 100 pL
HEER B EER R B =ER EER
450 L 150 L 150 uL 150 pL 150 uL 150 pl 100 pL
EHEEE 09 280 12 448 17.9 7.47 3.58

pg/mL

(D) Biotinylated anti-TNF-a antibody
FERIK 100 uL ZHNXB%E L. (C) Buffer solution T 100 f&(CHIRL T EELN,
(E) HRP-conjugated streptavidin
(C) Buffer solution T 100 f&(CHAIRL T ZE0N,
(I) Wash stock solution (10x)
IRl (10x) ZERICSNITABEIK (REK) T10ECHRIRLTSIZ SN,
{5 : 100 mL DIEAESEFR(10x) 4900 mL DFFRIK (KEB/K) (96 DTILETZERT D15S)

(BHBOREN LRFHIE]

(A) Anti-TNF-a antibody coated plate
KEATABERIEZA N Y T (FZv TS =)W\ OICRL. BDFEF 2 C~8 CTHREFLTLLEZEL. B
SERRANLZEZREF T,

(B) Standard mouse TNF-a
ISR CEAMHARANRZEM ZR5F I, RERFERIE 2 C~8 CTHREFL. 2 BRBUARICERLT
<V, BIRARUZBRRESTREIES(TERAL. ®REFERELRVWTLSZSE0,

(C) Buffer solution B2TU(F) Chromogen (TMB)
—EDBERZEEAT DREMNEBELD D UZDHDEZFIDBLRICEL. KD IFERICERSRAVWTESL(CE
ZUD>MDESD. 2 T~8 CTHRIFLTLIZEV. BHEIRANELZEGZHREFET .

(D) Biotinylated anti-TNF-a antibody
ISR TEM RN R EM ZRE5F T . BRKZMZBREUIZEAF U BEETHERIE 2 T~
8CTHRIFL. 2 BELUAICFEARALTLZEV, BERCHIRARUITERIES(CHEAL. FREFEEFLR
TS0,

(E) HRP-conjugated streptavidin
Fv hEREUTERATIREARE CSHHEL DD EHUGRARL. KDORRBRIIERICESIANT
BESICEZULO>MD LR, 2 T~8 CTHREFELTLIZEV., BMIARNLZESZHFEET . FAKDOD
BIRBHFRIFERZLTIZSU,

(H) Stop solution
ERZRDZRFI DHEEIF. EZULO>MND LD, 2 T~8 CTHRIEFELTLIZEV.. BIMHIRNZE S Z
FREF9.

(I) Wash stock solution (10x)

Wash stock solution (10x) ZREF I DHEE(E. EZ2ULoMD L. 2 CT~8 CTHRELTLZEWL. B
HHIRARZEMZREF T . ERKDDOERIRBEATFRIIFERELTIZS0N,

71 RADRAR
oA E RHAICIRE I DIHA(E. —35 CUT CORBRELHELF I, E0IRULODBEERAZ LT TL
0\, BEEUARKTHET DEAICAERLUTEDICEH LT ESV, £, BEEFRT 3548
FARFARE LTS ZE0N,
11



LBIS Mouse TNF-a ELISA Kit

offﬁwztze,ﬁ(:ﬁﬁb VRN, 38k LIe N D RMBROMEEZFERL TIEE0N,
MR MBFOFUEEEIR(C (. EDTA (FXfz(ENJIU ) ZERALUTLESLY,
-[tu,ﬁﬁrﬁﬁﬁn_ﬁu%%ﬁﬁﬁ I BRESRERE L TLIESN,
oA U TEARAR OB AR BARIK (IENDIRNT K EELN,
o E D RUNBYI DD DKL= LD BEE CREBATECAWVWTLSZEL,
IHEMBDRENTEND UL VRIAIL, B—1RIK(CHNT. BIRRSB 2 R1> MALOFBREXTHIRERIEZ
BRLUTLIZE0N,
IRAE IR DIBEE. HENUHHERE(PP. PE)EZHAVTEER CHRUAIED TIUCHEL T IZESELY,

8. AEIREE

RGO IFICRICHTET IHFEEZMNEOD>THRUTSEZL,

(1) M UHRAREUIEHEEFRZZDTILISHRLZL. 4085F (x@©) UET., €D, R—=/\—=FA)L1&
c‘fGDJ:_CjI/ RZEHEE(CU. B<MNEDIIFBILDCUTIOTIVLCE D IERZEDBREET .

(2) BT D T)LICREEDIEERRZ 50 pL IOELET,

3) ﬁ%/EUEUI)M;(C) EERZ 25 ML IONEL. =BICHEREKZ 25 ML IONELET,

4) <xroa7L— HE;&D%EH&%JEHM_GE# (*x@) UFET,

(5) TL— b —)LZBED(x Q). =R (20 C~25 C) T2HREFHBELET,

(6) RINHET#. RIGRZIETHRFRZZDTILISHZU. 4E5F (x@) ULET, D&, R—/(—5
AIWRBREDLETT L — hEHFS(CU. BLNEDIFBRLSICLUTIOITILICER D TERZERDREET,

(7) EOTIVICEATF ST INF-a FifA%Z 50 L 3 DFELE T, N0 L — MrESZBRREER
WTE#H (x@) ULET,

8) TL—bh>—I)LEID(x®). =R (20 C~25 C) T1RHEFBELET,

(9) RIGHE TR, RICRZIETHRERZEZDTILISHLZLU 4 B%FE (x@©) ULET, D&, R—/)(—5
AIREDLETT L — hEHFES(CL, BLNEDIFBRLSICLUTIITIVLICER D TEREZRDREET,

(10)B& D TILICRILAFE A - - PESFEEWMZE 50 L 9 DFLET . X0 — MrESER
REZAWNTEHR (x@) LET,

(IMNTL—bh>—=I)LZD(xB). =R (20 C~25 C) TI0NHEFHELEI .

(12)RISHE T, RISGRZEIETHRERZEZDTILISHEIZL 4 B%FE (x@) UET, 2D, R—/){—5
ANREDLETTL—hEFEE(CL, BLMEDIFBLSCULTIODTILICHE D TERERDBREET,

(13)& D T)UICRERZ 50 uL T'Dﬁ,ibi? RA00O0TL— NMREDSZSRRBREZRANWTER (x@) ULET,

(14 TL— b2 —ILEMD(x Q). =R (20 C~25 C) T DEBFELET.

(15)& D TIUICRIELLE®RZ 50 yL 9 O737F L. RERISZELEUET,

(16)iE# (x@) &, BEICNro0OT L — SEDHAESTT 450 nm (BEE 620 nm) TOREZ=AE

EUET, 8IERIE 600 nm~650 nm DEHE CTHERTEET,
(x@). (x@). (xQ@) BEFIEME (16,17 R—>) ZITSRBIIZELN,

9.518
(1) BIES(RSBRZ/FRLET. X BiRESREE (pg/mL). Y BrellotEDRERI S 2L T<IZS
(A

(2) RERED. (FHIR) BREDELE (ST DIRE (pg/mL)E5kHEDE T, FidHED ITIRE (CIRIAR
REZRUAEBELFRT, (RERBETE 2EH/NICADET,)
* ARADESEEMREFRIOCE X DIMUTIZE(H(CHEERICOBSHERICHR UBEAEZREL T <IZSU),
* > E1—49Y T hTOEGUIET(E, 3RZIAR. 4 F2(E 5/ (SA—F—DERAZHBHHLET .

10.FvUIJL—>3>

AFwv M K> TESNICRIEMEL. FEETERCHED TFY NRMIDRIFKICED SNIcihEFREzEz U
% &T NIBSC/WHO #Z#8 TNF-a (Code:88/532) ZEM(CLIEITy MNEEICRET R ENTEE
a_o
NIBSC/WHO(88/532) 1= NEEE(U/mL) =#REHMEEL x A+ v NUEE(pg/mL)

* MEFRHMEEROY RS EICEFHITDIIHEENDDEIDOT. ROy T ECTEDOSNTIREFZREZHE

ZELTHSEELTIRE,

11.FY bODERE
ITEEE

o HITEEEH
3.58 pg/mL~700 pg/mL
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LBIS Mouse TNF-a ELISA Kit

10.00

1.00

0.10

Abs.(450-620nm)4Blank

0.01

1 10 100 1000

Mouse TNF-a (pg/mL)

ofBEMER (77vTz1ANZES))
[ERMMAICERDREED TNF-aZiR

LTz 2 1&fk%Z 5 EAIE 4 A& 3 EAIE

oBIRMEER (7Y zHZEH)
[FRMBICRRDRED TNF-aZ RN UTZ 3 ik

Sample1 Sample2 Sample1 Sample2 Sample3
"D (pgiml) | (pgimL) Pay/D | pgmL) | (pg/mL) | (pgimL)
1 307 32.8 0 HE 276 45.3 6.88
2 296 31.6 188 292 43.9 7.05
3 300 31.1 2 B8 274 47.0 7.22
4 292 32.2 3 HE 279 45.3 6.95
5 282 31.3 mean 280 45.4 7.03
mean 295 31.8 SD 8.3 1.2 0.15
SD 9.3 0.70 CV(%) 2.9 2.8 2.1
CV(%) 3.2 2.2 15 C.VABIZ 15 %Ki
Y CVAE(E 15 %Ki
oRINENGHER (IEREIMEE=(SMBARK(CELRD 3 BED INF-aZRIMUAIE)  [EIUNER(E 94.7~102 %
M5EIRA MIFIRIA(EDTA)
g ST EIN%S EE g SSAE EI% EE
(pg/mL) | (pg/mL) (pg/mL) (%) (pg/mL) (pg/mL) (pg/mL) (%)
- 4.47 - - - 5.04 - -
18.0 22.5 18.0 100 15.0 18.7 13.7 91.3
72.0 72.7 68.2 94.7 55.0 61.0 56.0 102
180 176 172 95.6 150 148 143 95.3

oFRNENRIE (ERITER/(IMRICHRIDIRED TNF-aZZ3NNUTZ 2 BaEidy CHEER C 4 BFERIRUBIE)
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LBIS Mouse TNF-a ELISA Kit

HIRERE

400

y = 400.04x + 4.0242
R2 = 0.998

350

300 R

250
miE (EDTA)RIK
y =310.03x + 13.124

200 R? = 0.994

Mouse TNF-a(pg/mL)

M (AU )k
y =311.33x + 11.881
R? = 0.998

150
100

50

0 0.2 0.4 0.6 0.8 1
Dilution Factor

12.:5TN>1—F1 >0 & QA
e INRTDITILTORIEHEFLY
ERELTEZRBSNBC E,
1) ZERDARKD AN L,
2) RHE(CEET DHEBETRDANTN.
3) HECEET IABEROEDEI PHEFARAIR,
4) EEZRFAEHFIOEA.
5) v MRERBEDFE (FELEBES).
6) L — hOBEIEE,
7) REROBEMNMEN DT,
o/ MEERKEED ODEL DTS > OD ELE K 12D,
FEREULTEZSNDCE - -« HEHATNEY, FTE2ThoI,
o ZTENFZEL (CV) HURZ=L)
FEREULTERSND &,
1) FEHNARNEY, RE2ThoI,
2) EHESFVBEEME. REOBENARFED Thoiz (FRERARDIBIEFTEDICIT o> TLIEEW),
3) ERYTF o D OBREN—ETEh >/,
oQ-1: Fv MNIDEILTERITDCENTEEINH ?
A1: TEFT, FRLBRVWTIL— RISV TSI —ILIWOICRL, BEEICREL TS,
eQ-2: JL—hrZEBDHUESDITILORICIRFRNA D TOWEBATURNREES D EEAN ?
A2 BEHDFEEFA. COFY NIRRT L — NIATERODTHEDET,
0Q-3 : IR ZEFN UIESEVEV UIEARNBEMNA S D E UIENIECHEENBDEI N ?
A-3 : ENEDEEEMEN B D FE T, HIEEMES EZD. BIETFRUTICRIIBEENSHDET,
Q-4 : MBCTEHRETETEIN?
A4 MBTHAECETEI, MIBFRMIFOTUREER(C(E. EDTA (X(EAN/NU) BERALULTLSZEEU,

D—0>— K~ ()

Strip 1&2 Strip 3&4 Strip 5&6 Strip 7&8 Strip 9&10 Strip 11&12
A | Std.700 pg/mL AR 1 1RIR 9 RN 17 1RIK 25 1RAK 33
B | Std.280 pg/mL IRAK 2 1RIK 10 1RIK 18 1R 26 1RIK 34
C | Std.112 pg/mL IRK 3 IRAK 11 1RIR 19 1RAK 27 1R{A 35
D | Std.44.8 pg/mL IREK 4 1RIR 12 1R{AK 20 1R{A 28 1RIK 36
E | Std.17.9 pg/mL 1RIK 5 1RIR 13 1REK 21 1RIA 29 1R{R 37
F | Std.7.17 pg/mL 1R1K 6 1R 14 1RAK 22 1R4K 30 1R1k 38
G | Std.3.58 pg/mL RAK 7 1RAK 15 1RAK 23 RAK 31 1RAK 39
H 0 1Rk 8 1R1K 16 1RAK 24 1RAK 32 1RAK 40
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LBIS Mouse TNF-a ELISA Kit

S EARIICCHRBIAZ VLM Lo E > FRUSEESEIE

oELISAE(FBITEIRIBE(ICKDHERZITE T, BITIRE. BFERINBFIOER : 20 C~25 C (Ei&AE L
FEAFIAIR—SIREE) ZHETUTLIZEV, £z, BER (T7O>EABESD) : 0.4 misec BAE,
T2E 30 %FREDIRE T CORIEGFEEIFT T IZE0N,

o BRXT WV I TORERIGIFIC(E. DI)LDEE. BYODEAN. BEDRD. DERAFEOERREZHILET S
A I TL— b — )LD TLEEL,

OIRAR LB (CARFYINES BSRRVEKD(CREDIFTL SV 1 D)L FYIDOTERZRESD UE
EP

FHERIMFAIDIETIETBENEREZHATT ., HEBITTRELTLESL,

o UMBEILR (C (IS ZFERA L TLET ., BIDIRWTEFELTLIZSL, EAITIETIIEETY,

o KT v NI ELISASEDIHMEZIZR T UTeA. £E(FIBEED T CCERALKESV. AFERMFCHET S
BRICIEERY T D TBEOBIRMENRE Ul AN SRS IE S0,

OEMMIITNCAT Y MEEP(EFL, BRIE. RERABKEE(CDIFTLIZEL,
ERAFERRETE(ATFRNTLIZE V. AT+ hOFEENE> T, B, O, 0. FEEFIAELUEBSE
BS(CKEBK TR ITEWNRIZEDNDUEZITV. WEBRISGEEEMOFHETERIT TS0,

oK+ v NEEA L TULBIGFI TIIEREBYWEYESR LIRWLWT L ZE0,
GAEFEIOTERY T4 > UIRNWTLESE0,

oV FEESMEDSHEL(IFET TEHRWVWTLSIZEE0N,

IRIRIRRRDREREN DD EDE U THRDEE U TEDRSD TLIZEV . Ry v MNIEWIHRDE D =
SEATUVET,

o FFBEAHDIRIK, FHUCEERS X, BECHVRENIRL TLIEEW, B U IeRAYHiEm. KE
B DFERFE(SPIE MR DMRTE M N Z MU DER (TR > TEEL TS IEE0,
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LBIS Mouse TNF-a ELISA Kit

(AEFIMIZEEFTYIVARN]
WY EURERIAE T — 5 U CTIRIRSRAF. BIERMF. BIER EZERERTERIEZIT O T EE),

O JL—h BEEEFEDICEREQ0 CT~25 C)IRULTEEN, LT 2 BEMINETT,
O BErsRosiR @ BRIESNTBRKT. 108 (ICHRUTLIIEEL,

SEEBROBIRW) :
( )N R TNF-a RERICHERKZRIRICECHDIETER * ZNMAEHEL . FERER (7 ng/mL) ZH
O HUTLKESW, ZORERIESNZFY MNRMI(CHEERTHEL TIIZEU), DA DFREIKDE(
AR ZEZBRIESVN. xOY MIXDBRKZERINT DENREDCH. FRCEBDIEEEZT
HR<IEEV, FRF—HITT

= JBE(pg/mL) 700 44.8 17.9 7.17 3.58 0

W EEER( L) T 100* }/’100* }/’ 100* T 100* }/’100* }/’ 100 _
B =@y 450 150 150 150 150 150 100 200
L O EDEEREDEERR

RIETEFIR
O HAERRIE 96 DTILTL— b

O 534 E  (BPRIRER. BSOROREDF) * @
O 18K (FBIRRE) £ EERR 50 pL
O [i8#, =820 C~25 C). 2 BMRIE. B5& *xQQ*Q
0 (D)EATF#EEH TNF-a m%aaﬁ%%Roj%*”mt, Sk, =R(CUTRER

T 100 fFICHRLTLIZSL), HIRNBAROAE(FE—RIGF(CITD.
O [5E®4E (OERIRER. BS(ORDREDT) )
O EAFAEEH TNF-a Hiik 50 pL
O [#8#. =R(20 C~25 °C)\ 1 RRIRIG. BRE *xQQ*®

EVNILAFZ A —T - PTES AEZEYMDHER. BRI UEEER T 100 ££(C

U RERLTR SN, AREROAREE-RISHRCITS,
O ep4E  GEEERES. B5OROBEST) *@
O NILAFSSH—E - FTESAEEY 50 pL
O 8, 2820 T~25 ). 30 HERIG. BB x D%
O R4l (GERERES. B5CRERDT) *@
%‘E‘;ﬁ(TMB) _ _ TMB 'Z|;RIEENTWB C &&= HE:R 50 L
SEE, BEICLNBEICS
O 8, 2820 T~25 ). 20 HERIG. BE x D%
RIGEILR . BRI ICD SRR 50 1L
S, BECLDEBECEE
O B8 BESCER x@

O BES(CIREERITE(ERE 450 nm. 8K 620 nm:600 nm~650 nm)
BERETL— hMEEOENSEEF v ILUET

(x @) FTFB(THFRZDTILICHFE. FOUOSDLET 10 BEEEIRDREEULUET ., 4 BHERKS
B, R=)\=FAILCTL—hZFES(CUTMNEREFRZETR(CBHREVUE T, TRRIFERDEZ
IRISEFR U TRDBRZES(ICFEUE T, FRzE ENRY NTHRINT 2BOREEZ(E 300 HL/
DIILTY ., H—. IMEERKEED OD ELD TS 7 OD ENE K IRDIBE (SHERISED 1
DEULT. RNIVAFS S -CHEEM ERIGEDOFFREIE 4 7% E UIRIERT 5~6 BN LTLEZ
=0\ TL— NSRS EROBEDEHBZR(E 5~25 mL/ 53 (J ZILDRICKIDERDET)
T9,
FE—RICEDYIEIDFFDHITILEID I Z(TEELU TS0,

(x @) EHDEZ(E 600 rpm~1200 rpm-10 #f&. 3 [@l,

(xQ) EBHETRIL— S —ILEMDEBELTIIZEL,
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LBIS Mouse TNF-a ELISA Kit

TL—b2—)LRERZRN LT, #EEZTL— MICLTHDAT T IZE0. —EFERAL
7L — b2—I)LEBER LRV T S ZS0N.

D—D>—h

CAIER]

(FriE]

CRIE#]) CAIER]
(Ov hES] (B5hEARR]
(f"ZE]

| A

(Hm) L EX® Mouse TNF-a ELISA Kit
(A0 — K] 634-44721

(Z5EBFREC) LBIS Mouse TNF-a ELISA Kit
(BEVEEE]

RAERTTE L7 ALAMEHERASH
ABRHHRRXEEH=TEH1&25
Tel : 06-6203-3741
Fax: 06-6201-5964
https://www.fujifilm.com/ffwk/ja
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