FUJIFILM

For Research Use Only. Not for use in diagnostic procedures.

Code No. 298-87801 (96 tests)

LBIS™ Human TNF-a ELISA Kit

Please, read this instruction carefully before use.

1. 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 TNFRZ2 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 human TNF-a. It can measure TNF-a in human
serum (plasma) specifically and with high sensitivity. This product is intended for research use only. Not for use in
diagnostics procedures.

2. Assay Principle

In FUJIFILM Wako Pure Chemical Corporation’s LBIS™ Human 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 TMB
Solution 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-o concentrations. TNF-a concentrations in unknown samples are
determined using this standard curve.

3. Performance Characteristics
- Reproducibility (Between assay variation)
3 serum samples, 4 days, 3 replicates assay

- Precision of assay (Within assay variation)
2 serum samples, 5 replicates assay

W/ID Samplel Sample2 Day/ID Samplel Sample2 Sample3
(pg/mL) (pg/mL) (pg/mL) (pg/mL) (pg/mL)
1 210 178 0 135 521 146
2 206 17.7 1 140 458 15.1
3 205 18.1 2 122 536 153
4 209 18.3 3 132 55.0 154
5 212 175 mean 132 51.6 15.1
mean 208 179 SD 76 4.06 0.36
SD 29 0.32 CV (%) 5.7 79 24
CV (%) 14 1.8

- Recovery test (Standard human TNF-a was added in 3 concentrations to serum or plasma sample and assayed.) The
recoveries were 94.4% - 106%

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 0.458 - - 0 0.668 - -
6.25 6.62 6.16 98.6 6.25 6.57 5.90 94.4
25.0 25.8 25.3 101 25.0 25.6 24.9 99.6
100 106 106 106 100 994 98.7 987
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- Dilution test (Serum sample and plasma sample were serially diluted by 3 steps.) The dilution curves showed linearity
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4. Technical Tips / Precautions

- ELISA can be affected by assay environment. Ensure that room temperature at places for assay operation and incubation
is strictly controlled at 20C - 25C. 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.

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

- In 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.

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

- 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.

- The TMB Solution 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.

- Time the reaction from the pipetting of the reagent to the first well.

+ Prepare a standard curve for each assay.

- For 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.

- Wear protective gloves, clothing, eye, and face protection.

- Avoid 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.

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

- The materials must not be pipetted by mouth.

- Do not use reagents with different lot numbers together.

- The 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.

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

- Residual samples and used tips should be sterilized before disposal.

- Dispose consumable materials and unused contents in accordance with applicable regional/national regulatory
requirements.
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5. Reagents supplied

Components Use Status Amount
(A) Antibody-coated Plate Use after washing. 96 wells/1 plate
(B) Human TNF-a Standard Freeze-dried. Use after reconstitution. 1 bottle
(C) Buffer Ready for use. 60 mL/1 bottle
(D) Biotin-conjugated Antibody Freeze-dried. Use after reconstitution. 1 bottle
(E) Peroxidase-conjugated Streptavidin Solution Concentrated. Use after dilution. 100 4 L/1 bottle
(F) TMB Solution Ready for use. 12 mL/1 bottle
(H) Stop Solution Ready for use. 12 mL/1 bottle
(1) Wash Solution (10x) Concentrated. Use after dilution. 100 mL/1 bottle
(J) Plate Seal - 4 sheets

[Storage and Stability]

[(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
2C - 10C.

[(B) Human TNF-a Standard]

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] & [(F) TMB Solution]

Use only volume you need for your assay. Remaining reagents should be stored at 2C - 10C closing the cap tightly. Once
opened, we recommend using as soon as possible to avoid influence by environmental condition.

[(D) Biotin-conjugated Antibody]

The reconstituted (D) solution should be used within 2 weeks if stored in a refrigerator. Dispose the remaining diluted
working solution.

[(E) Peroxidase-conjugated Streptavidin Solution]

Remaining working solution (already diluted) should be disposed. The rest of the undiluted solution (unused) : close the cap
tightly and store at 2C - 10C. 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 2TC - 10C.

[(I) Wash Solution (10x)]

The rest of undiluted solution (unused) : close the cap tightly and store at 2C - 10C. Dispose any remaining diluted buffer.

6. Equipments or supplies required but not supplied [ ] Use as a check box

[] Deionized water (or Distilled water) [] Test tubes for preparation of standard solution series. [ Glassware for dilution
of Wash Solution (10x) (a graduated cylinder, a bottle) [] Pipettes (disposable tip type). One should be able to deliver 50
uL precisely, and another for 100 L - 1000 L. []Syringe-type repeating dispenser like Eppendorf multipette plus which
can dispense 100 uL. []Paper towel to remove washing buffer remaining in wells. [ ] A vortex-type mixer. [ ] A shaker
for 96 well-plate (600 rpm - 1200 rpm) [] An automatic washer for 96 well-plate (if available), or a wash bottle with a jet
nozzle. [J A 96 well-plate reader (450 nm * 10 nm, 620 nm : 600 nm - 650 nm) [] Software for data analysis.

7. Preparation of Samples

- This kit is intended to measure TNF-a in human serum or plasma.

- We recommend using EDTA-2Na, EDTA-2K or heparin as anticoagulant.

- Samples should be immediately assayed or stored below -35C until assay. Before starting assay, shake thawed samples

sufficiently. Do not repeat freeze-and-thaw cycles.

- Centrifuge the sample to remove turbidity or insoluble matters where necessary before use for the assay.

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

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

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

[(B) Human TNF-a Standard]

Reconstitute the (B) Human TNF-a Standard with purified water in the amount specified in "Reconstitution of standard

to prepare a original standard solution (5 ng/mL).

Then prepare using the kit-attached (C) Buffer that has been allowed to warm up to room temperature.

% Please confirm "Reconstitution of standard”" from this product page. Since the amount of purified water added varies by
lot, please be sure to check each lot.

n ok

Below is an example of preparing each standard solution.

Volume of standard solution (C) Buffer Concentration
Original standard solution 50 uL 450 uL 500 pg/mL
500 pg/mL solution 200 u L 300 uL 200 pg/mL
200 pg/mL solution 200 u L 300 uL 80.0 pg/mL
80.0 pg/mL solution 200 uL 300 uL 32.0 pg/mL Standard Curve
32.0 pg/mL solution 200 uL 300 uLL 12.8 pg/mL
12.8 pg/mL solution 200 uL 300 uLL 512 pg/mL
5.12 pg/mL solution 200 u L 300 uLL 2.05 pg/mL
Blank 300 uLL 0

Deionized water
(distilled water)
o0 L

Original solution

Concentration 5 ng/mL

50 uL 200 pL 200 pL 200 pL 200 pL 200 uL 200 uL
Buffer Buffer Buffer Buffer Buffer Buffer Buffer
450 pl 300 L 300 uL 300 pL 300 pL 300 L 300 pl
Concentration 500 200 80.0 32.0 12.8 512 2.05

pg/mL

[(D) Biotin-conjugated Antibody]

Add 100 4L of deionized water (or distilled water) of room temperature to (D) Biotin-conjugated Antibody (Freeze-dried)
(Original (D) solution). Prepare working solution by dilution of original (D) solution with the (C) Buffer to 1 : 100. 10 mL
of the diluted solution is enough for 96 wells.

[(E) Peroxidase-conjugated Streptavidin Solution]

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

[(I) Wash Solution (10x)]

Dilute 1 volume of the concentrated (1) Wash Solution (10x) to 10 volumes with deionized water (or distilled water) to
prepare working solution. Example : 100 mL of concentrated (1) Wash Solution (10x) and 900 mL of deionized water (or
distilled water).
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9. Assay Procedure
Remove the cover sheet of the Antibody-coated Plate after bringing up to room temperature.
(1) Wash the Antibody-coated Plate (A) by filling the wells with washing buffer and discard 4 times (*(D), 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 to the sample wells, and the add 50 uL of each sample to the wells.
(4) Shake the plate gently on a plate shaker (*®).
(5) Stick a Plate Seal (*®) on the plate and incubate for 2 hours at 20T - 25C.
(6) Discard the reaction mixture and rinse wells as step (1).
(7) Pipette 100 uL of Biotin-conjugated 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 2C - 25TC.
(9) Discard the reaction mixture and rinse wells as step (1).
(10) Pipette 100 1L of Peroxidase-conjugated Streptavidin Solution to all wells and shake as step (4).
(11) Stick a Plate Seal (*®) on the plate and incubate the plate for 30 minutes at 20T - 25C.
(12) Discard the reaction mixture and rinse wells as step (1).
(13) Pipette 100 L of TMB Solution to wells and shake as step (4).
(14) Stick a Plate Seal (*®) on the plate and incubate the plate for 20 minutes at 20C - 25C.
(15) Add 100 L of the Stop Solution to all wells and shake as step (4).
(16) Measure the absorbance of each well at 450 nm (reference wavelength, 620 nm (*@)) immediately using a plate reader.
% Refer to 13. Summary of Assay Procedure for notes on *@, *@, *®), *@, and *®).

10. 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 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

1.00 /

0.10

Abs.(450-620nm) ABlank

0.01 T T i
1 10 100 1000

Human TNF-a (pg/mL)

11. Calibration
The measured value obtained by this kit can be converted to the unit concentration based on NIBSC/WHO standard
TNF-a (Code : 12/154) by multiplying by the conversion factor specified in a separate sheet according to the following
calculation formula.
NIBSC/WHO (12/154) 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.
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12. Trouble Shooting
- Low absorbance in all wells
Possible explanations :
1) The standard or samples might not be added.
2) Reagents necessary for coloration such as Biotin-conjugated Antibody, Peroxidase-conjugated Streptavidin Solution, or
TMB Solution might not be added.
3) Wrong reagents related to coloration might have been added. Wrong dilution of Biotin-conjugated Antibody or
Peroxidase-conjugated Streptavidin Solution.
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.
- Blank OD was higher than that of the lowest standard concentration (2.05 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 Peroxidase-conjugated Streptavidin Solution.)
- High coefficient of variation (CV)
Possible explanation :
1) Improper or inadequate washing.
2) Improper mixing of standard or samples.
3) Pipetting at irregular intervals.
- Q-1 : Can I 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.
- Q-2 : I found 96 well-plate is empty when I opened the box.
A-2 : As this kit is dried type, not preservation stabilizer is added.

13. Summary of Assay Procedure []: Use as a check box
* First, read this instruction manual carefully and start your assay after confirmation of details.
[] Bring the well-plate and all reagents back to 20°C - 25°C for 2 hours.
[] (I) Wash Solution (10x) must be diluted to 10 times by deionized water (or distilled water) that returned to 20C - 25C.
[] Standard solution dilution example
Reconstitute the (B) Human TNF-a Standard with purified water in the amount specified in "Reconstitution of standard
to prepare a original standard solution (5 ng/mL).
Then prepare using the kit-attached (C) Buffer that has been allowed to warm up to room temperature.
% Please confirm "Reconstitution of standard" from this product page. Since the amount of purified water added varies by
lot, please be sure to check each lot.
Preparation of diluted TNF-a standard solutions :

"ok

Conc. (pg/mL) 500 80.0 32.0 12.8 5.12 2.05 0

Std. sol. (uL) }/’200* }/’200* }/’200* }/’200* }/’200* }/’200 —
Buffer (uL) 450 300 300 300 300 300 300 300

*One rank higher standard
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Antibody-coated Plate

| Washing 4 times (*@), (*®)

(Diluted) samples, or Standards

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

Add deionized water (or distilled water) of room temperature to (D) Biotin-conjugated Antibody (Freeze-
dried) (Original (D) solution). Prepare working solution by dilution of original (D) solution to 1 : 100
with the (C) Buffer returned to 20C - 25C.
(This should be prepared during incubation.)

| Washing 4 times (@), (*®)
Biotin-conjugated Antibody solution (Diluted)
| Shaking (*®), Incubation for 1 hour at 20C - 25C. (Standing (*®))

Dilute Peroxidase-conjugated Streptavidin Solution to 1 : 100 with the (C) Buffer returned to 20C - 25TC.
(This should be prepared during incubation.)

| Washing 4 times (*©), (*®)

Peroxidase-conjugated Streptavidin Solution (Diluted)

| Shaking (*®), Incubation for 30 minutes at 20C - 25C. (Standing (*®))
| Washing 4 times (*@©) , (*®)

TMB Solution
After dispensing, the color turns to blue depending on the concentration.

| Shaking (*@), Incubation for 20 minutes at 20T - 25C. (Standing (*®))

Stop Solution
After dispensing, the color turns to yellow depending on the concentration.

| Shaking (*@) Immediately shake.

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

100 uL

100 L

100 u L

100 L

100 u L

% (D After 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 pipettes, sometimes the background tends to be high. If so, change washing
frequency from 4 times to 5 - 8 times at the constant stroke after the reaction with Peroxidase-conjugated Streptavidin

Solution.

Standard of plate-washing pressure : 5 mL/min - 25 mL/min. (Adjust it depending on the nozzle's diameter.)

% (2) Guideline of shaking : 600 rpm - 1200 rpm 3 times for 10 seconds.
% (3 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.
% (5 After removal of wash buffer, immediately dispense the next reagent.
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Assay Worksheet

14. Storage and Expiration

The complete kit is stored at 2C - 10C (Do not freeze). Opened reagents should be used as soon as possible to avoid less
than optimal assay performance caused by storage environment.

LBIS™ Human TNF-a ELISA Kit

[Storage] Store the kit at 2C - 10C (Do not freeze)
[Expiration date] Indicated on the container

[Package] For 96 tests

[Cat #] 298-87801

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

http:/ffwk.fujifilm.co.jp

FUJIFILM Wako Chemicals U.S.A. Corporation  FUJIFILM Wako Chemicals Europe GmbH

1600 Bellwood Road Fuggerstrasse 12

Richmond, VA 23237 D-41468 Neuss

USA Germany

Telephone : +1-804-271-7677 Telephone : +49-2131-311-0
Facsimile : +1-804-271-7791 Facsimile +49-2131-311100
http://www.wakousa.com http://www.wako-chemicals.de
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FEBUK 2 2 EBAL L 72 € F RS PUREI 1L 2C~ 10C THRAE L. 2 EBIBUNICHET LT F S v #RME CAvHER
L72HZE B IR L. REFIE LRV T T v,

(E) "VFXRTF—EHBAALVLT I TEY VIBR
Fyu MEGELUTHEAT A2BEARIFISEEE X DI B UAPGRE L, R0 OFIZERIES LW THEBIZHELY Lo
20 LD, 2C~ 10CTRAFL TTF & R ORBUFEARITEEREL TF S\,

(H) SR s ki
Y 2 RE- 558613, T2 Lo EHD, 2C~10CTHRIEL TR & W,

(1) Pk (10x)
(1) #eE (10x) Z2RETLHHAER. HZ2 Lo D, 2C~ 10C THREL TTF W, MR D ORI AT
WEBERE L TTF &y,

6. ¥ v FMPUAHCHIRICHEERE (JF=v 7V A+
(8K Rk RS DOREEaiUlHsE OF vy 70l Exy b G0ul KO 100 uL ~ 1000 xL % IEHE I BREL
T&2b0) EHSEERy b OR—s8—% F U5 EGRICEH) DR (Vortex ¥4 7) O7 L —MEE IR
600rpm ~ 1200rpm) [17 L — FHZEEHE (HUTFF L) FLEEHY Yy 7L —1FY—4%— (450nm = 10nm/620
nm : 600nm ~ 650nm) JF—%EFHHAY 7 v =7

7. B DR

R E R E T 2 5A1E. -B5CUTCORGEREZ MR L 3, #0K L OSGERR 28 TT S v, 3 L7z #fk
HE S AR LI LT 8 v 72,0 BRZ AT 25013 HBREE LTT S0,

- BARIZEE IR VIR, 8L 72 e ML R OIAE 2 LT T S v,

- MR MBF OPLEEEFNIZ1Z, EDTA (213~ V) ZHHLTT E v,

« I35 45 Bl 75 <o dgk Tl e 75 45 % AT 3 2 B IE i iERR 2 L TP 2\,

PRI L 72 R BRI D 2 VT S v,

Y OB O B B B0 EES TR BN ICH W TT S v,

S WEYE OREEED LWRRIE, W—RAEICBWT, B2 28, U P EOGHRRTHREBE 2R L TT S v,
R EFHRT YA SO0 LoRERE (PP. PE) %2 HWT (C) HEH CAHMLUMZE Y 2 VIZHELTF S0,

8. MEE DR

*F v FORBIIMHAFICLTER (20C~25C) ITRLTFE W QKEHMAHEZTY),

%5, T [ZOF A &dH2RFRARIMETOEIORBTHHTE I T, [EWEEH] [HREEH] LH2H0Io
WTITREOEHTHELTT S v,

* PRI G72TREZ MR L TS v

[ & Wiz S8 o At

(B) & I TNF-ofZHEd 5 BtprEn i
(B) b b TNF-off# SR8k % TR S EROMFEICOWT ] ICEROIEEE 2N A %M L, S E (Gng/
mL) ZHABELTT XV, ZOHRERLINZEy MR (C) BIFRTHEL TF v,
RS EHROMBEICOVT] X, AEER—VIDHEALTT SV, Oy MIXDFEKRZRINT 280850 5720,
P3Fay hTEICTHERET &0,
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TREE—HBITY,

ERUSAPY S s (C) M = (pg/mL)
FEAE SRR 0 50 u L 450 uLL 500
500pg/mL VAR © 200 uL 300 uLL 200
200pg/mL A 200 uL 300 uL 80.0
80.0pg/mL & : 200 uL 300 uL 32.0
32.0pg/mL K 200 uL 300 uL 128
12.8pg/mL & - 200 uL 300 uL 5.12
5.12pg/mL & : 200 uL 300 uL 205
Blank 300 uL 0
sk
eomL
AR

HEEE 5 ng/mL

50L 200 L 200 L 20041 200 L 200 4 200 4L
BEm Eiia BATE by RN EEE B
450 pL 300 puL 300 pL 300 pL 300 uL 300 uL 300 L

BHRL g 200 80 &7 128 5.12 2.05

pg/mL

(D) €t F U EADIH
FEBK 100 u L 2 M A L. (C) BT 100 52 HNL TF S v,
(E) "VFXRTF—ERmAAPVLT I TEY VHR
(C) FRMHT 100 5 2ARL TTF S v
(1) Pk (10x)
(I) Pk (10x) ZHiRESNAERK GEEK) TLOFICHMLTTFE v,
B0 100mL @ (1) e (10x) + 900mL DFEHIK (FEHEAK) (96 7 = VETEMHT HYH

9. s L

RITBREZ WD 2SRRI ET 22D > THELTTFE W,

1) o LOPBL2EWE LY 2 VI L, 40P (x@) LEFT. TOH% R=N=FF VAR EDLETTL—
ZHEIZL, BCIHEDIFLEIICLTY 2 VIS 2l e B & 5,

(2) BEHERHE Y = WA KRB OB % 100 ulL $2EL F 5,

(3) MARME Y = viZ (C) #EEZ 50 ul T25EL. S HICHAZ 50 ul $o5ELE 3,

(4) w477V —MREIBREFHOTEE (x@) LET,

B) L=t y—=nEEEY (@), FiL (20C~25C) T2HMEEL I,

(6) RIS Tt BB 2 35 TR Z &7 = VIZiiZz L4 [k (x@) LET, TOBNR—N—FF VR LD LETT L —
FEMEIZL, BAMEDTALIIICLTY o VIR 2 EZIY B E 9,

(7) &7 2 VICTHBE L -4 F U RBEPURERZ 100 uL $¥28E L E T, ¥4 707 b — MREI SR EZHOWTHEEG®)
LEd,

(8) FL—try—n#ziEy (x®), Fifd (20C~25C) T1HFHE®EL 3,

(9) BUBH#ET 5 BOS A 3 TR A &7 o VI L4 e (x@) LEJT. ZOH R—N—=FF VAR EDLTT L —
FEBEIZL, BAMEDTFLEHNCLTY 2 M- EMY R E 9.

(10) £ 2 VICHB L 2RV A F TV —VRHEEA ML T I TEY VB Z 100yl $2oELE ST, x4 2707 L — MEED
et (x@) LET,

A1) ZL—=1tr =&Y (x@). Fill (20C~25T) <30 5 MEFHE L X9

(12) BT # OB A 3 CORIFH A £ = VI L4 Dk (x@) LET. ZOHBAR—N—=FF N AR ED LTTL—
FEMRIZL, BAMMEDT L EIICLTY 2 VI 2 A B & 3,
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(13) & = VIZ TMB#A#EZ 100 ul $25MELE T ¥4 270 7L — MREIBREZIHOTHEIE (@) LET.

(14) V=1 b= zEy (%0)., =i (20C~25C) T20 FHEHEL 3,

(15) %o 2 VIR ZE 100 L $ o3 L. eI L 3,

(16) #E (@) . EHIZ~A 70 7L — MESLEE T 450nm (F19%F 620nm) TOWSLEZBIE L 3, BEER
600nm ~ 650nm DOMEPHCRHIHTE 5,

(@), (@), (%) &, 13 WEFEMELF =y 7 ) X M2 TBHT S0,

10. FH5X

(1) W e ER L £ X 28 EiRE (pg/mL). Y iz UOtEOMER 7 7 7 Z/E L TTF S\,

(2) MEMRIY. (@R BEROWOLEICIE T 2EE (pg/mL) ZiAMY T3, GiAllo 7R IR IR 2 J UillEE
ELFEY, (BRI 2BEERICEY $9.)

F RO EE AT £ D 723813 (C) MRS CEY AR LN 2 £ L TF S v,

¥ V2 —F YT FNTOEFUITIE, 3SIRETEA, 4 F/2035 857 A= —DfiHZBEDHLE T,

10.00

1.00 "/’

0.10

Abs.(450-620nm) ABlank

0.01

1 10 100 1000

Human TNF-a (pg/mL)

1. ¥xY7TVv—Yav

Axy MIXoTHEONZWEMIE, FTREFHERKICHE -S> THF y MENORIMIZED SN AR %L 5 2 & T NIBSC/

WHO =it 5 TNF-a (Code : 12/154) Z#HHEIZ L2 =y MEBICBRET LI ENTEET,

NIBSC/WHO (12/154) =y b (U/mL) = #8485 x A% v MUEME (pg/mL)

FPEREIIRN T Y NTEIABTLILAERDH D TTOT, Boy FTEICED SN ERBAEHEL THLFAE LT
TEW,

12. b9 TN T a—F54 V7L Q&A

T RTOY IV THORIBHTH

FHHELTEZONDZ L,

D) BRI D AR

2) FEMIZBIE T 2 BB O ANEN,

3) FEAIC BT A SR O Y i 2 R A FGR A R

4) BEFEAEADORA.

5 F v MUFREORE (B L2HE).

6) 7L — b DR 7Bk,

7) TMB &M O WL DA - 726

B/ MEHETREIEE O ODE L Y 75~ 27 OD DS < % 5o

FHHELTEZOBNDLZE -+« REDIAEY, AEETH o7,

- EIRE (CV) 29Kk&Ew

FHRELTEZOLNLZ L,

1) PEEPAEY, NEETH 72,

2) FEAE RPN . MIKOBIENAT S TH - 72 (HHRHREKOBIRIITE AT > TF EW),
3) ERy T Y TEBENE T R o7,

Q1 F Y MITELTCHHT A ENTEETHN?

Al:TEFIT HHLZVWTL—MEYV Yy Ty =8y ZIZREL, SEBEIZEE L TF S v,
cQ2: V= bFEWDILZS Y 2 VOPIBRFES A TOWEFATLEDHED Y TEAD?
A2 DY FHA, TOF Y VIEZHET LI ALTEHRoTBEY 9,
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13. WEPMMEEF =y 2 AT
Vo3 BARGAE 2 — 5 U OGS th. I ik 2 B B B E 2 1T - TF S v,
7L — b, REHEADICER (20C~25C) IR LTF &, Filfbizid 2 BB 429,
LB oA N - B S N7REK T 10 fF5IHBR L TF S v,
OB oA (1) -
(B) b b TNF-afit ks D EROFEIIOWT ] ICERBOBEE 2 M2 BM L. 5 ER (5ng/mL)
ZHELTT SV, TOBREREALENZF Yy MR (C) BIFERTHEL TT v,
WAL BAR—=T L), [EEFHEROFTHIZONWT] 2R LTFS W, Ty MIXDEEKZRINT2E0R 05720
3oy PTEICTHERT IV, Titld—pITd,
= B (pg/mL) 80.0 32.0 12.8 512 2.05 0

R AZESE ( pL 200" 200* 200* 200* 200* 200 —
|
B em (WL 300 300 300 300 300 300 300

YO EDRIREDRERR

S Y (St |
O pidkREAET L — -
O ¥k 4| (PEEsbrZtk. EHICRORETE) * (D
O Bk (BBWRAR) £ 72 13 100 uL
O L. £ (200~ 25C)., 2 BERIBUE. #E *2 %3
O (D) I:“vh’t Y REEYURD TR ‘_*%%!éﬂ(f“iﬁﬁif’ KAk L7z (C) BT 100 F5ISAHMLTF S v,
A BRER O TN — SUSH AT 9 o
O k4 GEEEPRER. 5 HIOKRORIEST) *(D
O 4 F UEhisii 100 L
O L. €l (200~ 25C). 1 BERIBUS. #HE *Q %3
O (E) "WAFTF—¥fHEGA ML T MTEY VEROMGR, il L7z (C) T 100 5127
LCF 3w, ABUER OB ZSUSHICIT) o
O I Wk 4| (PEEbrZt. EHICROREMTE) (D
O XWAFTF—EREA ML T T EY VB 100 uL
O L3R =i (20C~ 25C). 30 MBS, #fiE OLE)
O k4 GEEEPRZEH. 15512 TMB S 5ME) * (D
0 Th{{B ‘Iﬁﬂfi TMB LI T 5 Z & Z21aY 100 4L
SR, REIC L ) HRICEM
O . Rl (20C~25C). 20 5 MRS, iE IOEIO)
O )i{u:?\@tf& SRIETEICD MR ITEE 100 uL
MERR. IEEIC L) HWBMICES
O L #k b e *2)

BEHICEENE (T E 450nm. Bl E 620nm : 600nm ~ 650nm)

HEEEZTL - MEEHOHNEZ XYy 2V LET

(@) BHEBEICTEHEZ 7 2 VIZHEE. FOOSLOLETIOIZERIIRYBEEL T3, 4 BEGELGEZ, X—X=FF N
L7 L= 2SI LM E PR A SR ICHRE L T3, RS HBREBROERIER L CROBREAE L ICHEL T
Fo VEFHE Xy P TIRINS B0 E HZI1E 300 ul /7 2 VT8 H—, RAMEERERED ODEL ) 7T ~
7 OD A L e BRI TED 12 LT, RVEFF IV —PREEGA N T M T EY V& RUSHO PRSI 4 b
% [ Uy 5 [~ 6IEIJ§”PL“CT§\/‘O U — NSRS O AR B 5mL 5~ 25mL 4 (/X
VOBIZEIYREYET) TY,
H— GO E OBWEHFD R T 2 VDT > & ITTEFRLTTF S0,

(@) #H¥EDHZE 600rpm ~ 1200rpm-10 FH. 3 A,

(%) R THETL—F Y —VEYEHELTT SV,
TU— b= VIEREREFNR LT, R Z 7L — M LTI RTF S, —EfHA L7V — v —IVIidH
LW TTF &,

U
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J—27 33—~ (#))

Strip 1&2 Strip 3&4 Strip 5&6 Strip 7&8 Strip 9&10 Strip 11&12
A Std.500pg/mL Beik 1 Btk 9 Wtk 17 Btk 25 Btk 33
B Std.20pg/mL Hefk 2 Btk 10 Btk 18 Hetk 26 Btk 34
C Std.80.0pg/mL WAk 3 Btk 11 Bk 19 Kotk 27 Btk 35
D Std.32.0pg/mL Btk 4 Btk 12 Bk 20 etk 28 Btk 36
E Std.12.8pg/mL Btk 5 Btk 13 Btk 21 Hefk 29 Ktk 37
F Std.5.12pg/mL Btk 6 Btk 14 Btk 22 Hefk 30 Ttk 38
G Std.2.05pg/mL BRAR 7 Btk 15 Btk 23 etk 31 Bk 39
H 0 (Blank) rfk 8 Btk 16 Btk 24 Bk 32 Bk 40
J—=2v—F

14. ¥ v D47 & BERTIVIER
Fv MI2C~10CTRAFLTF W (BREIESS o AR OM X723 L 2T T 8 ve B L&KRAEII>S T L
TiE, RERRBICL ) BEZZT2TRENH ) FTOTROOTHH 2L 7,

(7€ 441

(7))

(e #] (e H]

[y M) (RIS

(%]

(B 4] L ¥ 2 ™ Human TNF-a ELISA Kit
[Fiob=—F]  298-87801

[FeRE ] LBIS™ Human TNF-a ELISA Kit
(k] 27T ~ 10T f#45

[ T3 RR) F NOVIZENK

[@] 96 M1 H
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ARTARREEN=TE1E25
Tel : 06-6203-3741
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