FUJIFILM

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

Code No. 299-96001 (96 tests)

LBIS™ Mouse IL-6 ELISA Kit

Please, read this instruction carefully before use.

1. Intended use

Mouse IL-6 is a secreted glycoprotein of 187 amino acids and it was discovered to be a cytokine that differentiates B cells
into antibody-producing cells. It is also known to play an important role in various physiological processes such as immune
response, inflammatory response, hematopoiesis, and the proliferation and differentiation of nervous system cells. After being
produced by T cells, monocytes, fibroblasts, endothelial cells, keratinocytes, etc., it binds to the IL-6 receptor, which consists
of two chains of IL-6Ra and gpl30, and signals are transduced. There is also a study that suggested that a possible correlation
exists between IL-6 levels and disease activity in rheumatoid arthritis, and it is also attracting attention in the field of
autoimmune diseases such as rheumatoid arthritis and inflammatory diseases.

This kit is a sandwich ELISA system for quantitative measurement of mouse IL-6. It can measure IL-6 in mouse serum
(plasma) and culture supernatant, specifically and with high sensitively. 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™ Mouse IL-6 ELISA Kit, standards or samples are incubated in
monoclonal antibody-coated wells to capture mouse IL-6. After 2 hours incubation and washing, biotin-conjugated antibody
is added and incubated for a further 1 hour to bind with captured mouse IL-6. After washing, peroxidase-conjugated streptavidin
is added, and incubated for 30 minutes. After washing, bound peroxidase-conjugated streptavidin is reacted with a chromogen
(TMB) for 20 minutes, and the reaction is stopped by addition of an acidic solution, and absorbance of yellow product is
measured spectrophotometrically at 450 nm. The absorbance is nearly proportional to mouse IL-6 concentration. The standard
curve is prepared by plotting absorbance against standard mouse IL-6 concentrations. Mouse IL-6 concentrations in unknown
samples are determined using this standard curve.

3. Performance Characteristics
- Assay Range
2.05 pg/mL - 500 pg/mL

- Precision of assay (Within assay variation) - Reproducibility (Between assay variation)

2 serum samples, 5 replicates assay 3 serum samples, 4 days, 3 replicates assay

0/ID Samplel Sample2 Day/ID Samplel Sample2 Sample3
(pg/mL) (pg/mL) (pg/mL) (pg/mL) (pg/mL)
1 281 187 0 246 84.0 151
2 285 19.1 1 230 788 139
3 281 187 2 254 86.2 15.3
4 282 187 3 244 84.9 144
5 291 19.6 mean 244 835 14.7
mean 284 19.0 SD 9.90 323 0.658
SD 418 0.390 CV (%) 407 3.87 449
CV (%) 147 2.06

- Recovery test (Standard mouse IL-6 was added in 4 concentrations to a serum or plasma sample and assayed. The

recoveries were 88.4% - 96.9%.)

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 48 - - 0 44 - -
22.8 269 22.1 96.9 28.1 30.6 26.2 93.0
46.0 49.0 44.2 96.0 56.0 55.0 50.5 90.2
96.4 94.9 90.1 934 116 107 102 884
197 193 188 95.5 227 206 202 88.8
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- Dilution test (Serum sample and plasma sample underwent 3-step serial dilution.)

Dilution Test - Serum Dilution Test - Plasma (EDTA)
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4. Technical tips/Precautions

- ELISA can be affected by the assay environment. Ensure that the room temperature at the places where the assay and
incubation are performed is strictly controlled at 20C - 25C. Avoid performing assay under an airstream where the velocity
exceeds 04 m/sec. and the humidity is 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 incubation step.

- To avoid denaturation of the coated antibody, do not allow the plate dry out.

- In order to avoid dryness of wells, contamination by foreign substances and evaporation of dispensed reagents, never forget
to cover the well plate with the supplied plate seal, 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 a module type consisting of 8 wells X 12 strips, each strip can be separated by cutting the
cover sheet with a knife and used independently.

- The chromogen (TMB) should be almost clear to pale yellow before use. It turns blue during the reaction, and gives a
yellowish color after addition of the stop solution. A greenish color indicates 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. Novices are advised to use this kit under the guidance of an experienced person. In manual
operation, proficiency in pipetting technique is recommended.

- Wear protective gloves as well as protective clothing, eyewear, and face protection.

- Avoid kit reagents or specimens from coming into contact with the skin and mucous membranes. If any reagents come
into contact with the eyes, skin, or mucous membranes, wash with copious amounts of water and contact a physician.

- Do not drink, eat, or smoke in the places where this kit is being used.

- The materials must not be pipetted by mouth.

+ Do not combine reagents with different lot numbers.

- The reagents are prepared to give accurate results only when used in combination within the same box. Therefore, do not
combine the reagents from Kkits with different lot numbers. Even if the lot numbers are the same, it is preferable not to
mix reagents with those that have been retained for some period.

- Handle the sample carefully, in recognition of the fact that the sample may be associated with a risk of infection. This kit
contains animal-derived ingredients.

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

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

— 2/16 —



5. Reagents supplied

Components Use Status Amount
(A) Antibody-coated Plate Use after washing. 96 wells/1 plate
(B) Mouse IL-6 Standard Freeze-dried. Use after reconstitution. 2 bottles
(C) Buffer Ready for use. 30 mL/1 bottle
(D) Biotin-conjugated Antibody Solution Concentrated. Use after dilution. 100 4 L/1 bottle
(E) Peroxidase-conjugated Streptavidin Solution Concentrated. Use after dilution. 100 uL/1 bottle
(F) TMB Solution Ready for use. 12 mL/1 bottle
(G) Buffer for Standard and Sample Ready for use. 30 mL/1 bottle
(H) Stop Solution Be careful! 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 as the well-plate container and store
at 2C - 10C.

[(B) Mouse IL-6 Standard (Freeze-dried)]

The reconstituted standard solution (original standard solution) should be used within 2 weeks if stored in a refrigerator.
Dispose of the remaining diluted standard solutions after use.

[(C) Buffer] & [(F) TMB Solution] & [(G) Buffer for Standard and Sample]

Use only the volume required to conduct the assay. Remaining reagents should be stored at 2C - 10T in a tightly capped
container. Once opened, we recommend using as soon as possible to avoid being influenced by environmental conditions.
[(D) Biotin-conjugated Antibody Solution] & [(E) Peroxidase-conjugated Streptavidin Solution]

Remaining working solution (already diluted) should be disposed of. 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 being influenced by

environmental conditions.

[(H) Stop Solution]

Close the cap tightly and store at 2TC - 10C.

[(I) Wash Solution (10x)]

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

6. Equipment 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 (1) Wash Solution (10x) (a graduated cylinder, a bottle) [] Pipettes (disposable tip type). One pipette should be able to
deliver 10 4 L - 100 u L precisely, and another should be able to deliver 100 # L - 1000 z L. [] Syringe-type repeating dispenser
like Eppendorf Multipette Plus which can dispense 100 uL. []Paper towel to remove washing buffer remaining in wells.

[ 1A vortex-type mixer. [ ] A shaker for 96 well-plate (500 rpm -1200 rpm) [] An automatic washer for 96 well-plate (if
available), or a wash bottle with a jet nozzle. []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 IL-6 in mouse serum or plasma.

- Use EDTA as anticoagulant.

- Samples should be immediately assayed or stored below -35C until assay. Before starting the assay, thoroughly shake
thawed samples. Do not repeat freeze-and-thaw cycles.

- Please check in advance when using serum separation promoters, etc.

- Do not use hemolyzed samples or high-lipid samples.

- Centrifuge the sample to remove turbidity or insoluble matter where necessary before use in 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 (G) Buffer for Standard and Sample prior to adding
them to wells.

8. Preparation of Reagents
@ Bring all reagents of the kit to room temperature (20T - 25C) before use.

@ Prepare reagent solutions in an appropriate volume for your assay. Do not store the diluted reagents.
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[Concentrated reagents]

[(B) Mouse IL-6 Standard (Freeze-dried) ]

Reconstitute the designated amount of purified water described in " Reconstitution of standard "* to (B) Mouse IL-6 Standard,
mix, and dissolve for 30 minutes to prepare the standard stock solution (5 ng/mL). Be sure to allow the solution to stand for
30 minutes, as accurate values may not be obtained.

Then prepare using the kit-attached (G) Buffer for Standard and Sample 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.

Below is an example of preparing each standard solution.

Buffer f
Volume of standard solution (G) Buffer for Standard Concentration
and Sample
Original standard solution 50 uL 450 uL 500 pg/mL
500 pg/mL solution 200 4L 300 uLL 200 pg/mL
200 pg/mL solution 200 uL 300 uLL 80 pg/mL
80 pg/mL solution 200 u L 300 uL 32 pg/mL
: Standard Curve
32 pg/mL solution 200 u L 300 uL 12.8 pg/mL
12.8 pg/mL solution 200 L 300 uL 512 pg/mL
5.12 pg/mL solution 200 uL 300 uL 2.05 pg/mL
Blank 350 uLl 0

Deionized water
(distilled water)

oe L

Original solution

Concentration 5 ng/mL

50 L 200puL 200puL 200puL 200puL 200puL 200puL

Buffer for Bufferfor Buffer for Buffer for Buffer for Buffer for Bufferfor

standard standard standard standard standard standard standard
and sample  and sample and sample and sample and sample and sample  and sample
450 L 300puL 300uL 300uL 300l 300pL 300ul
Concentration g1 200 80 32 12.8 512 2.05

pg/mL

[(D) Biotin-conjugated Antibody Solution]

Prepare working solution by dilution of (D) 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 (I) Wash Solution (10x) to 10% solution by volume with deionized water (or distilled water) to
prepare the washing solution.

Example : 100 mL of the (1) Wash Solution (10x) and 900 mL of deionized water (or distilled water).

Caution : Be sure to use the (1) Wash Solution (10x) included in this kit. Do not use the (1) Wash Solution (10x)
included in another kit.
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9. Assay Procedure
Remove the cover sheet of the (A) Antibody-coated Plate after bringing up to room temperature.
(1) Wash the (A) Antibody-coated Plate by filling the wells with washing solution and discard 4 times (*@), then tap the
plate upside-down onto several sheets of folded paper towels to remove residual washing solution in the wells (*®).
(2) Pipette 50 uL of standard solution to the wells designated for standards.
(3) Pipette 25 uL of (G) Buffer for Standard and Sample to the sample wells, and then add 25 4L of sample to the wells.
(4) Shake the plate gently on a plate shaker (*®).
(5) Affix a plate seal (*®) on the plate and incubate for 2 hours at 20T - 25C.
(6) Discard the reaction mixture and rinse the wells as described in step (1).
(7) Pipette 50 uL of biotin-conjugated antibody solution to all wells, and shake as described in step (4).
(8) Affix a plate seal (*®) on the plate and incubate the plate for 1 hour at 20C - 25C.
(9) Discard the reaction mixture and rinse wells as described in step (1).
(10) Pipette 50 uL of peroxidase-conjugated streptavidin solution to all wells, and shake as described in step (4).
(11) Affix a plate seal (*®) on the plate and incubate the plate for 30 minutes at 20C - 25T.
(12) Discard the reaction mixture and rinse wells as described in step (1).
(13) Pipette 50 uL of (F) TMB Solution to wells, and shake as described in step (4).
(14) Affix a plate seal (*@) on the plate and incubate the plate for 20 minutes at 20C - 25T.
(15) Add 50 #L of the (H) Stop Solution to all wells and shake as described in 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 a 3™ 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 IL-6 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 mouse IL-6 concentration of samples at its absorbance, and multiply the assay value
by the dilution factor if the sample has been diluted. The standard operation method is 5-fold dilution.
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11. Calibration

The measured value obtained by this kit can be converted to the unit concentration based on NIBSC/WHO standard mouse
IL-6 (Code : 93/730) by multiplying with the conversion factor specified in a separate sheet according to the following
calculation formula.

NIBSC/WHO (93/730) unit concentration (U/mL) = conversion factor (*1) X measured mouse IL-6 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 is multiplied by the dilution rate.
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12. Troubleshooting
- Low absorbance in all wells
Possible explanations :
1) The standard or samples might not have been added.
2) Reagents necessary for coloration such as biotinylated anti-Mouse IL-6 antibody, HRP-conjugated streptavidin, or
chromogen (TMB) might not have been added.
3) Wrong reagents related to coloration might have been added. Wrong dilution of biotinylated anti-Mouse IL-6 antibody
or HRP-conjugated streptavidin.
4) Contamination of enzyme inhibitor.
5) Influence of the temperature under which the kits had been stored.
6) Excessively 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 after the reaction with HRP-conjugated
streptavidin.)
- 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 additional testing?
A-1: Yes, cut off the clear seal on the plate with a cutter along the strip. Move the residual plate, which still has the seal
on it, promptly to a refrigerator.
- Q-2 : I found that the 96 well-plate was empty when I opened the box.
A-2 : As this kit is the dried type, no preservation stabilizer is added.
- Q-3 : When I thawed the sample, there was some undissolved matter. Will this affect the measurement?
A-3 : There may be an impact. The measured value may be low or below the lower measurement limit.
+ Q-4 : Can it be measured using plasma?
A-4 : Tt can also be measured in plasma. Use EDTA as an anticoagulant when collecting plasma.

13. Summary of Assay Procedure [ ]: Use as a check box

* First, read this instruction manual carefully and start your assay after confirming the details.

[JReturn the (A) Antibody-coated Plate and all reagents back to room temperature (20C - 25C).
This takes about 2 hours.

[J(1) Wash Solution (10x) must be diluted to 10 times by deionized water (or distilled water) at room temperature (20T -
25T).

[IStandard solution dilution example
Reconstitute the designated amount of purified water described in "Reconstitution of standard" * to (B) Mouse IL-6 Standard,
mix, and dissolve for 30 minutes to prepare the standard stock solution (5 ng/mL). Be sure to allow the solution to stand
for 30 minutes, as accurate values may not be obtained.
Then prepare using the kit-attached (G) Buffer for Standard and Sample 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.

Below is an example of preparing each standard solution.

Conc.(pg/mL) 500 200 80 32 12.8 512 2.05 0
Std. sol.(uL) 50 200* 200* 200* 200* 200* 200 —
Buffer for }/’ }/’ }/’ }/’ }/’

Standard and 450 300 300 300 300 300 300 350
Sample (uL)

*One rank higher standard.
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After dispensing, the color turns to yellow depending on the concentration.

[ (A) Antibody-coated Plate
[] | Washing 4 times (*), (*®)
[1 Samples (diluted sample : (G) Buffer for Standard and Sample 25 uL + Sample 25 uL), or Standards 50 uL
[] | Shaking (*@), Incubation for 2 hours at 20C - 25T. (Standing (*®))
O Dilu.te (D) Biotin-conjugated .Ant.ibody S.olution to 1 : 100 with the (C) Buffer at room temperature (20C - 25C).
(This should be prepared during incubation.)
[] | Washing 4 times (*@), (*®)
[] Biotin-conjugated antibody solution (Diluted) 50 uL
[1 | Shaking (*@), Incubation for 1 hour at 20C - 25C. (Standing (*®))
= Dilute (E) Peroxidase-conjugated Streptavidin Solution to 1 : 100 with the (C) Buffer at room temperature
(20T - 25C). (This should be prepared during incubation.)
[0 | Washing 4 times (*@©), (*®)
[] Peroxidase-conjugated streptavidin solution (Diluted) 50 uL
[] | Shaking (*®), Incubation for 30 minutes at 20C - 25C. (Standing (*®))
[] | Washing 4 times (*@), (*®)
- (AI;c()eerl\i/iISeISl:iEg,o ‘?he color turns to blue depending on the concentration. o0uL
[J | Shaking (*®), Incubation for 20 minutes at 20C - 25C. (Standing (*®))
O (H) Stop Solution 50 4L
(]

| Shaking (*@) Immediately shake.

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

* (DAfter dispensing wash buffer into the wells, lightly shake the plate on your palm for 10 sec and remove the buffer. Guideline
for washing volume : 300 uL/well for an automatic washer and for a pipette if the washing buffer is added by pipette.
Where washing is conducted using an 8 channel pipette, sometimes the background tends to be high. If so, change washing
frequency from 4 times to 5 - 8 times after the reaction with peroxidase-conjugated streptavidin.

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

% @Guideline for shaking : 600 rpm - 1,200 rpm for 10 seconds X 3 times.

* (®Seal the plate during the reaction after shaking. Peel off the protective paper from the seal and affix the seal on the
plate. Do not reuse a plate seal that has already been used once.

* (9600 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
When the complete kit is stored at 2C - 10C (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.

LBIS™ Mouse IL-6 ELISA Kit

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

[Package] For 96 tests

[Cat #] 299-96001

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

US.A 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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-y FESOE)RELIZRETHDL VT T LW,

- BRRIZEROEHRENH S DL LTHRSERE LTI FE-> TF v, KFy MIFWHROK S ZATHET,

S EHIEAOWMAR, H L2 E, BRIV IEE LI LT T v MEL L 2Bk e i RE S A o0 3 O 3R
B OBUEN I HIE D P4 - TR L TF S,
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5. Hikin

K B ROE Ax o
(A) T et it 96wells (8x12) /1 £
B Mowse 16 Diandard U AR - A 2%
- 2N

(©) pviet 20 E 30mL /1%
(D) Biotin-conjugated Antibody Solution 4

Y45 ‘/%ﬁéi“fﬁ’ﬁi(ﬁfﬁ AR 100 uL /1A
(E) Peroxidase-conjugated Streptavidin Solution e s

/\"}bj—;\::‘/y_.,k;"hij:/a\x ]\1/7"]\71:‘;/:/(@«-& Z‘Hﬁ'&ﬁﬁi 100,(1]_‘/].2'K
(F) gﬁg %"?}{;tlon 0 F FH 12mL /14
(G) Buffer for Standard and Sample

B g - TR 7 c0s= A 30mL /1 %

i |

) Stop Solution e carelul 20 2 12mL /1%
om0 AR 100mL 1%
(J) Plate Seal B

FL—h Y= 48

[ 2tk & iy i ]

(A) PikEHIET L — T
FAHHUEEHILA PV Y TIEY Yy Ty =Xy 7 IR L, 20 FF 2C~ 10CTHREL TR & v,

(B) =% A IL-6 it 5
BOREHZ R THRMIBRNZ e 2 D £ 3. FHEKE N2 AL U722 S R 2C ~ 10C THRAF L. 2 BB LIS
EHLTTFSV, (C) AR CAPPE L - FEEFERIIEBICHEA L, REEILRNTTF S Vv,

(C) ik KT (F) TMB B RO (G) BEHES: - B RSk
— OB HFHTL2BELERLI VP LLZO0REZHOEIRIIEL, RO IFERIEZILVWTELIZEZ Lo D,
2C~ 10CTHRIEL TF &\,

(D) EXF VEOHAER R (E) "VAF Iy —EBRBEAIN VT T EY VR
Fo bESELUTHEMNT 2BIEMRECHHEL VIO LATRRAEL, B OFRREERIESLZVWTELIZEZ Lo
20 ED, 2C~10C TR LT 8 v KD OFBFEAMBITEEREL TF S\,

(H) RIe# ki
%D 2 RETH5EE. 2 Lo &M, 2C~10CTHRIELTTF X v,

(1) Pk (10x)
(1) el (10x) ZHREFTHEAE. 2 Lo LD, 2C~ 10C THREL TTF W, MR D O A B A PEFR
BHRELTTF XV,

6. %y FUAHCIRICLEERE [F=v 7)) A b

CHEBK GERK) DR DPmapness OF v 78R~y b (10 uL ~ 100 4L 08100 uL ~ 1000 u L % IE
FEICHRINTE 23 0) ifaEY Ry b OR—3—=F V& (PRI s (Vortex ¥4 7) O7L— b
eI (F500rpm ~ 1200rpm) 7L — MAZEEHE (HIUdiFELYy) FLEMESEy 07— —%— (450nm *
10nm/620nm : 600nm ~ 650nm) [JF—#FHHY 7727

7. B B

CBRE RNCRET 2061, - 35CUT TOMKRE ZIMEIEL £97. 0 R L ORRRURILET TF S wvo B L2k
EMES B EFHFHR L AIBIEL TT S ve 72, MAEZART 255 3HRRHEE LTT S v,

AR HE VIR, 2 L 72~ A K O 2 A L TR S v,

- MUAEPR LI DO PUaERE #1213 EDTA ZfH L TTF S v,

- ML 0 AR 55 2 A 3 B BRI F i RERE 2 L TR S\

I L 72 AR R IR E AR IS D R T T S,

<) S OAEN O B B W ARIEE OO B TRERIE I TT S v,

- WIEWE OENEED L OBRIKIE, F—BRRIZBW T, 87225 2 KA ¥ U EORRETHREHEZ R L TT S v,

R EFMT 2561 HorLoRBRE (PP, PE) F2HWT (G) FHER - BAHBER CHMLNE Y = VITHEL
TFEWs
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8. MEE DR

*F v FORBEIIMHFICLTER 20C~25C) WWRLTFEWw QRMMIIHZTT),

#5. T [TOE MM LH2HAFERFRMKRZOZ IORBTHEHTE 9. EMEMEH] [HRREH] 230120
WTITRIOEHTHELTT S v,

* PRI E G2 REZ R LTS v,

[ & M- o A
(B) =7 A IL-6 BLHE 5 Bt Bk
(B) =7 A IL-6 Bl SR K 2 [ BB ORI oW T *ICRROBE R A TRAE. 30 7 BHE L CiEm L.
U E (Gng/mL) 2B L CTF 8o IEMRESHEONZ VI EXH L0, 330 HE L TTF S, ZOBE
I Fy MM (G) B - MAEHBRER B L TP 3w,
* [ F ORI OV T 1d, REFR=V X DR LTT I v, Oy MIX YVBRKZRNT 2858 % 5720,
PDFay hTEICTHEET SV,

TRE—PBITY,
IR DO (G) FEHENR, - B F 58 =P (pg/mL)
BEHE L 0 50 uL 450 uL 500
500pg/mL ¥AHE © 200 uL 300 uL 200
200pg/mL V& - 200 uL 300 uL 80
80pg/mL A 200 uL 300 uL 32
32pg/mL ¥ - 200 uL 300 uL 12.8
128pg/mL ¥ - 200 uL 300 uL 512
5.12pg/mL & : 200 uL 300 uL 2.05
Blank 350 uL 0
K
eomL
Eﬁggﬁm

#AFEEE  Sng/mL

50 L 200 uL 200 uL 200 uL 200 uL 200 uL 200 uL
mER . | BEm- | BRER. | BER- | SR | 2ER- R -
TR RIEH LN LN IEgrNz: IR BRI
e EER EER fEER EER EER fEER
450l 300uL 300l 300uL 300uL 300uL 300uL
HREE 50 200 80 32 12.8 5.12 2.05

pg/mL

(D) €4 F VFBYHER
(C) TR T 100 F5IZAHIRNL TTF &,
(E) "VFXRTF—EHmBHALVLT I TEY VIBHR
(C) FRMEE T 100 fF5ICHML TF &,
(1) Pk (10x)
(1) PE (10x) ZS|EfLINREK GEEK) TLHRBCHRL TS v,
B0 100mL @ (1) ZEEHE (10x) + 900mL DFFHAK (FEHEK) (96 7 = VAT HHT 254
EE MMOLEAY ) —=ZA0Fy b (1) P 10x) ZEHET, L9AFy b (1) #iFE (10x) Z2MfHL
TH 3wy,
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9. M ERIELE

PERTEZ IR 2 WICRICIET 2B 2N D > THE LTI & W,

1) o LOPBUEWE LY 2 VWL, 40P (x@) LEFT. TOH%. R=N=FF VAR EDLETTL— b
FHEIZL, BLIPEDITEEHIZLTY 2 VIR 2 ZI) B & 9,

(2) FEHEGHISE 7 2 VA KIS O RSN A % 50 ul $ 0L 9,

(3) Rl Y = MIZ (G) AN, - BUERRHRRE R Z 25 ul 3§20 EL, S 5ITHiEZ 25ul 3§20 EL 3,

4) =4 z7ua7L—MREIBREZHOTHE (x@) LIT,

B) L=t y—=nEEED (@), Fi (20C~25C) T2 HMEEL T,

(6) BT 2 OB 2 35 TR 2 47 = VIZii7z L4 ks (D) LET. TOBNR—IN—=FF N AR EDLTT L —
F2giSiZl, BAMEDIFLLHICL Ty o VIRl 2 & 9,

(7) %7 2 VIZRB L2 F F VEAPUREIZ 50ul $O07ELET. v4 2707 L — MRE ) B EZHWTHEE (@)
LET,

&) FL—ty—n#ziEY (x®), Fifl (20C~25C) T1HFMEEL 3,

(9) BUBHET 5 BB Z 3 TR A 257 = VIZimz L4 e (x@) LEJT. ZOH R—N—FF VR EDLTT L —
FEMIIZL, BLIPEDITLIHICL T VIR 2z B & T,

10) £ 2 VICHB L7V A F I F—VEGA ML 7 N T VA S0uL TO0ELE T, ¥4 2707 L — MEE B
LEEHCCHRE (x@) LET,

(11) Z7L—=hr ¥ =% (x®), Filk (20C~25C) T30 H5MEHEL T,

(12) BUBHET . BOBMB 2 3 TR E &7 = VIZiiz L4 [k (k@) LET. TDH, X=X —FF VG DO LTS L —
PEMIIZL, BLMPEDITEIHICL T 2 IVIIER 2 Z ) B & 9,

(13) & = VIZFBH%E 50 uL o5 LET, x4 2707 L— MEE I BEEZHVTEE (xQ@) LET,

(14) 7L —=1ry=n%Mib (x@). =ik (20C~25C) T20 7HEHEL T,

(15) &7 = VIR IR % 50 ul 3§00 L. ozl L 3,

(16) 3 (%@) #, HWHII~Y A 707 L — MEGERER T 450nm (BII%E 620nm) TOWREEZHEL 4, BEER
600nm ~ 650nm OHFPHCTHHTEX F 9,

(@), (@), (@) . 13 WEFEMELF vy 7 ) XA M2 TBHT S0,

10. FH5

(1) WEdm e ER L £ X il 2 EEaRE (pg/mL), Y M2 WOCEOREM Y 7 7 ZER L TF & v,

(2) MEMRI Y. @EP) WAL IS T 58 (pg/mL) ZFEAND T3 FEAN o 72 BEEITRRAIRER 2 3 Ul &2 il
ELFEY, (BRI 2BEERICEY $9.)

F AR DWW ARG X D 7813 (G) BEAENR, - B AR s Tl U R I U E 2 F2E LT F S v,

¥ V2 —FY T FNTOEFUITIE, 3SIRETEA, 4 /2035857 A= —OfHEZBEDHLE T,

10.0:00

1.000

0.100

Abs [450-620nm)< Blank

0.010
1 10 100 1000

Mouse IL.-6(pg/mL)

1. ¥xY7TVv—Yav

KEy Mo THLNMEMIZ, TRFFERIHKE S TFy MR ORIFKICED SN ERE*=F U5 Z & TNIBSC/

WHO HEi# IL-6 (Code : 93/730) % FL#E\Z L7z =y MEEEICHET L2 B TEE T,

NIBSC/WHO (93/730) L= M (U/mL) = #EEHE X AF v MllEM (pg/mL)

FPAREIIRG T Y NTEIEBTALARH D TITOT, BTy FTEICEO LN ARBEHE L THORR LT
T &,
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12. P9 TN a—F 4 v 7E Q&A

cFTRTOYT 2V TORIBAHHN

FHRELTEZOBNDZ L,

1) B RBAR D ANEN,

2) AT 5 BRI AN TN

3) FEAIZBE M S 2 I O 38 2 R AR K,

4) FERHER] DR Ao

5 Fv MEEREORE SR LEE)

6) 7L — b OEPE 7% L

7) O DOIREIMED > 720

- R/ MEHERRED OD L Y 775 > 7 ODED E L % 5o

FRELTEZONLZE - -« RIFIFEY, AELTH o7,

- BEMRE (CV) 25K&w

FHHELTEZONDZ &,

D) PP Y, REeTH- 7,

2) B R W HINT ., MUROBEEDLART G TH o 72 (HRBIROBIEIIT T T > TFEW),
3) ¥Ry T4 v ITEES—E T o 72,

Q1 Fy MINELTCHHTEZENTEETN?

Al:TEFT, FHLAWT L= IV TT—=U Xy ZIZEL, BEEICRE L TT SV,
cQ2: L= 1P ZHOHE LY 2 VOFIEBRBAS TWEBATLLSHESL ) THAD?
A2 ED DV FEA 2OFy NIWBET L1374 TE % o>TED T,

c Q3 MIREEA LD EYEY LARNBMRW D ) T L2MEISEENH) T30 7

A3 BB DY £ 9, WEMEMR W20, WETRUTICZ2560H0 $9,
cQ4 MIETHDMETE E 50 ?

A4 MEETHIETE T3, MERMEFOPUEMANIIE, EDTA 2#H L TF X v,

13. WP EEF =y 2 AT

Vo3 BARGE 2 — 5 U OGBS th. I ik 2 B B B E 2 1T > TF S v,

O7 L — b, RIEHEFETICER (20C~25C) ITHERLTF v, FilfbiZid 2 B LT,

CICT) #e¥nE (10x) oFM @ KL SNREEAK T, 10 F5IAHML TF S,

IR oA (1) -

(B) < 2 IL-6 #H#e SRRk % [ NEROMBEIC O VT | ISR ER 2 M IRAH. 30 4 HEE L CimL,
e R (Gng/mL) ZHFBELTT SV EMBEAESRZWI ERH L7720, LT 3005 ELTT v, ZOHRER
fbxhzzF v MIMT (G) FEEER - BARHBER CHRE L TF 3w,
*EESFHROMBIZOVT] 3, AERR—VIDVHRELTTF SV, Oy ML DVBEKRZRNT 2N RR L7720, &
Ty PTLIZTHERT SV, Fidid—#Td,

SERE (pg/mL) 500 200 80 32 12.8 512 2.05 0
g FEER (L) 50 _ ., 200* 200* }/, 200* 200* }/. 200*}/> 200 —
i B - REA 0 | 500 300 300 }/b 300 300 300 350

TRER (uL)
YO EDRIREDRERR
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FERETE R

(] PuREAMELZ L — b
O ¥R 4| (PERbRZ,. EHICRORIEME) *D
1 Btk (FOBURAA « BRoEn - BRI FIRRAENR 25 uL+ MR 25 uL) & 72 13RI 50ul. *@®
O ##. 2R (20C~25T). 2 MBI, HE *@x0B
0 (D) €4 F UIEEPREROR/N, FEiEb L7z (C) BEHE T 100 F5ICHR L TF S v,
FREEOTENLE— PUSH AT o
O oed 4| (PERbR %, HHICRORIEMTE) *@
L] EFF Ui GhmEi 50ul %@
O L #8#, fil (20C~25TC). 1R, *@Dx®)
[](E)NW%#yy—E%ﬁXFVfFTE?V@ﬁ@%ﬁO%ﬁ%bt(C)%@ﬁme%KﬁﬁbfTéwo
FHER O T ENLE Z SOSHIZAT I o
O ok 4m (EEHRER LS, 55 ISKRORIEMT) *@
] XA FRIF—EREAMN LT NTEY VBRI 50ul *@
O] L. S0 (200~ 25C). 30 MMk, i * @%@
O Ik 4m QEEHRERER. BB ICH BT *D
e NEEg W3 &
u ;ﬁi«;ﬁﬁ;y@: [, TMB "L Eh T3 2 &z iR 504l @
O L ##, =ik (20C~25C). 20 M. IOEIO)
IR Pz
O Gt mcsowesican ol +@
(I - RO *(2)
0 BB E (EHE 450nm. #I¥E 620nm : 600nm ~ 650nm)

BRI 7L - FPRADHENEFEZF Yy 2V L LT

(x @) PHEIFITEIZ 7 = VIT5HER. TFOOLDOETIOMIZERE IR BEREL £3. 4 BEERGERRZR, <X—/S—FF+ )L
FRETFV =M 2@ S LTS 2 2l RE L ¥, IFHRRROBRISER L TROBHZELIZMEL X
Fo TR EZ Xy D TRINS ZBEOMEH 2L 300 ul /7 2 VT, H—, R/MEERHEIRED ODMEL ) 77 ~
7 OD A BB ERBRTHBED 1 DL LT, RVAF VT —EHEA ML T M T EY VI E UG OTEE I
4102 7 Lt T 5~ 6 IR LTF 3o 7L — bR IHH DY & DT H %1 5mL 50~ 25mL /7 (/

ANVOFICEVERY FF) T,
B RISBOME OGO ZT 2 VO v & IITEZLTF S0,

(@) ¥ HZE 600rpm ~ 1200rpm-10 B/, 3 [,
(%®) BEHRTHTL— P —VEIEDEHELTTF SV,
TL— b= WIIRERKZF LT, MiEmZ 7L — M LTI TT S, —EfHL-7TL— ¥y —VIiEH

ERALRWTT S,

(@) ¥Ry T4 Y ZICHTZEEFHIE [EXy T4 7] OBz TR S v,

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 Befk 1 Btk 9 Btk 17 Btk 25 Btk 33
B Std.200pg/mL Hefk 2 Btk 10 Bk 18 Fefk 26 Btk 34
C Std.80.0pg/mL Btk 3 Btk 11 Btk 19 Btk 27 Btk 35
D Std.32.0pg/mL Btk 4 Btk 12 Bk 20 Hefk 28 Fefk 36
E Std.12.8pg/mL Btk 5 Btk 13 Btk 21 etk 29 Wik 37
F Std.5.12pg/mL Ak 6 Btk 14 Btk 22 Hefk 30 Btk 38
G Std.2.05pg/mL WAk 7 Btk 15 Bk 23 Bk 31 Btk 39
H 0 Bk 8 Bk 16 Bk 24 BRAk 32 Ak 40
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T—=2¥—F

14. ¥ v D47 & BERTIVI
F v MI2C~ 10CTHRIF L TTF S (BHES) o SORBEERMT TF v MISMHO 7 NVIZRER S N2 IR % 5E T3

MO X 72 RE M LAV TF S0, B L2EREICO % T LT, MEREIC X ) B84 20 2 WM S Y £
FOTRDO SHH L E5

[#E44]

(s ]

tlill==2) [z H]
[2y FE5] [ I3 RR)
[HHi#]

(B 4] L ¥ 2™ Mouse IL-6 ELISA Kit

[Foba—F]  299-96001

€| LBIS™ Mouse IL-6 ELISA Kit

(iFRES 2 ~ 10T A

[ T3 RR) T ROV ELHR

[f23] 96 [l Hi

WERFT
ST 7MVLA M HEERA ST
ARTARREEN=TE1E25
Tel : 06-6203-3741
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