For Research Use Only. Not for use in diagnostic procedure. Code No. 299-96001
LBIS™ Mouse IL-6 ELISA Kit

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!

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-6R o and
gp130, 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 |L-6
concentrations in unknown samples are determined using this standard curve.

3.Performance characteristics

eAssay Range
2.05 pg/mL~500 pg/mL

ePrecision of assay (Within assay variation) eReproducibility (Between assay variation)
2 serum samples, 5 replicates assay 3 serum samples, 4 days, 3 replicates assay
Samplel Sample2 Samplel | Sample2 | Sample3
"o (pg/mL) (pg/mL) PP | (pgimL) | (pg/mb) | (pg/mL)
1 281 18.7 0 246 84.0 15.1
2 285 19.1 1 230 78.8 13.9
3 281 18.7 2 254 86.2 15.3
4 282 18.7 3 244 84.9 14.4
5 291 19.6 mean 244 83.5 14.7
mean 284 19.0 SD 9.90 3.23 0.658
SD 4.18 0.390 CV(%) 4.07 3.87 4.49
CV(%) 1.47 2.06




eRecovery 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 4.8 - - 0 4.4 - -
22.8 26.9 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 93.4 116 107 102 88.4
197 193 188 95.5 227 206 202 88.8
eDilution 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

oELISA 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 20 °C to 25 °C. Avoid performing assay under an
airstream where the velocity exceeds 0.4 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.

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

eln 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.

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 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.

eThe 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.

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

ePrepare a standard curve for each assay.

eFor 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.

eWear protective gloves as well as protective clothing, eyewear, and face protection.

eAvoid 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.

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

e The materials must not be pipetted by mouth.

eDo not combine reagents with different lot numbers.

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 numbers are the
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same, it is preferable not to mix reagents with those that have been retained for some period.

eHandle 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.

eResidual samples and used tips should be sterilized before disposal.

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

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 vial
(C) Buffer Ready for use. 30 mL/1 bottle
(D) Biotin-conjugated Antibody Solution Concentrated. Use after dilution. 100 yL/1 vial
(E) Peroxidase-conjugated Streptavidin Solution] Concentrated. Use after dilution. 100 yL/1 vial
(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
Plate seal - 4 sheets
Instruction Manual - 1 sheet

[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 2 °C - 10 °C.
[(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 at2°C -10°Cina
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 2 °C - 10 °C. 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 at2°C - 10°C.
[(1) Wash Solution(10x%)]
The remaining undiluted solution (unused): close the cap tightly and store at 2 °C -10 °C. Dispose of any
remaining diluted buffer.

6.Equipment or supplies required but not provided in the kit cUse as a check box

oDeionized water (or distilled water) oTest tubes for preparation of standard solution series. oGlassware for
dilution of Wash Solution(10x) (a graduated cylinder, a bottle) oPipettes (disposable tip type). One pipette
should be able to deliver 10 uL - 100 uL precisely, and another should be able to deliver 100 pyL - 1000 pL.
oSyringe-type repeating dispenser like Eppendorf Multipette Plus which can dispense 100 uL. oPaper towel
to remove washing buffer remaining in wells. oA vortex-type mixer. oA shaker for 96 well-plate (500 rpm -
1200 rpm) oAn automatic washer for 96 well-plate (if available), or a wash bottle with a jet nozzle. oA 96
well-plate reader (450 nm £ 10 nm, 620 nm: 600 nm - 650 nm) aSoftware for data analysis.



7.Preparation of samples

e This kit is intended to measure IL-6 in mouse serum or plasma.

eUse EDTA as anticoagulant.

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

ePlease check in advance when using serum separation promoters, etc.

eDo not use hemolyzed samples or high-lipid samples.

eCentrifuge the sample to remove turbidity or insoluble matter where necessary before use in 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 (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 (20 °C - 25 °C) before use.
#Prepare reagent solutions in an appropriate volume for your assay. Do not store the diluted reagents.

[Concentrated reagents]
[(B) Mouse IL-6 Standard (Freeze-dried)]
Reconstitute the (B) Mouse IL-6 Standard with volume™ of deionized water (or distilled water) described in a
separate sheet and allow to stand for 30 minutes to prepare the original standard solution (5000 pg/mL). Be sure
to allow the solution to stand for 30 minutes, as accurate values may not be obtained. Then prepare dilution series
of standard solutions as shown below using the (G) Buffer for Standard and Sample brought to room temperature.
*Because the volume of deionized water (or distilled water) to be added to the freeze-dried standard differs
depending on the lot, see the specified volume in a separate sheet.

Below is an example of preparing each standard solution.

Volume of standard solution (G) Buffer for Standard Concentration
and Sample
Original standard solution 50 uL 450 L 500 pg/mL | )
500 pg/mL solution 200 L 300 pL 200 pg/mL
200 pg/mL solution 200 pL 300 pL 80 pg/mL
80 pg/mL solution 200 pL 300 pL 32 pg/mL
32 pg/mL solution 200 pL 300 pL 12.8 pg/mL ) Standard Curve
12.8 pg/mL solution 200 pL 300 pL 5.12 pg/mL
5.12 pg/mL solution 200 pL 300 pL 2.05 pg/mL
Blank 350 pL 0 )
Deionized water
(distilled water)
[ X NN
QOriginal solution
Concentration 5 ng/mL
50 uL 200uL 200 uL 200 uL 200uL 200 uL 200uL
Buffer for Buffer for Buffer for Buffer for Buffer for Buffer for Buffer for
standard standard standard standard standard standard standard
and sample  and sample| and sample and sample and sample and sample  and sample
450 L 300l 300uL 300l 300l 300 ul 300l
Concentration gy 200 80 32 12.8 5.12 2.05

pg/mL



[(D) Biotin-conjugated Antibody Solution]

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

[(I) Wash Solution(10x%)]

Dilute 1 volume of the () Wash Solution(10x) to 10% solution by volume with deionized water (or distilled
water) to prepare the washing solution. Example: 100 mL of the (I) Wash Solution(10x) and 900 mL of
deionized water (or distilled water).

Caution: Be sure to use the (I) Wash Solution(10x) included in this kit. Do not use the (I)Wash Solution(10x)
included in another Kkit.

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 (*(1)),
then tap the plate upside-down onto several sheets of folded paper towels to remove residual washing
solution in the wells ( *(3)).

(2) Pipette 50 uL of standard solution to the wells designated for standards.

(3) Pipette 25 pL of (G) Buffer for Standard and Sample to the sample wells, and then add 25 pL of sample
to the wells.

(4) Shake the plate gently on a plate shaker (*(2)).

(5) Affix a plate seal (*(3)) on the plate and incubate for 2 hours at 20 °C - 25 °C.

(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 (*(3)) on the plate and incubate the plate for 1 hour at 20 °C - 25 °C.

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

(10) Pipette 50 pL of peroxidase-conjugated streptavidin solution to all wells, and shake as described
in step (4).

(11) Affix a plate seal (*(3)) on the plate and incubate the plate for 30 minutes at 20 °C - 25 °C.

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

(13) Pipette 50 pL of (F) TMB Solution to wells, and shake as described in step (4).

(14) Affix a plate seal (*(3)) on the plate and incubate the plate for 20 minutes at 20 °C - 25 °C.

(15) Add 50 pL 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 (*(4))) immediately using
a plate reader.

*Refer to 13.Summary assay of procedure for notes on *(1), *(2), *(3), *(4), and *(5).

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.

12.Troubleshooting
eLow 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(s).
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.
eBlank 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.)
eHigh coefficient of variation (CV)
Possible explanation:
1)Improper or inadequate washing.
2)Improper mixing of standard or samples.
3)Pipetting at irregular intervals.
eQ-1: Can | divide the plate to use it for the 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.
oQ-2: | found that the 96 well-plate was empty when | opened the box.
A-2: As this kit is the dried type, no preservation stabilizer is added.
eQ-3: When | 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.
eQ-4: Can it be measured using plasma?
A-4: It can also be measured in plasma. Use EDTA as an anticoagulant when collecting plasma.
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13.Summary of assay procedure : Use as a check box
*First, read this instruction manual carefully and start your assay after confirming the details.

O

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

() Wash Solution(10x) must be diluted 10-fold by deionized water (or distilled water) at room
temperature (20 °C - 25 °C).

Standard solution dilution example

Reconstitute the (B) Mouse IL-6 Standard with volume* of deionized water (or distilled water) described in a
separate sheet and allow to stand for 30 minutes to prepare the original standard solution (5000 pg/mL). Be
sure to allow the solution for 30 minutes, as accurate values may not be obtained. Then prepare a dilution
series of standard solutions as shown below using the (G) Buffer for Standard and Sample brought to
room temperature.

*Because the volume of deionized water (or distilled water) to be added to the freeze-dried standard differs
depending on the lot, see the specified volume in a separate sheet.

Preparation of diluted Mouse IL-6 standard solutions:

Conc.(pg/mL) 500 12.8 5.12 2.05 0
Std. sol.(uL) 200* 200* 200* 200" 200" 200 —
Buffer for }/’ }f J/’ J/» J/» }/’

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

*One rank higher standard.

(A) Antibody-coated Plate

|Washing 4 times (*) , (*(®)
Samples (diluted sample : (G) Buffer for Standard and Sample 25 yL+ Sample 25 pL), or
Standards

1Shaking (*(2)), Incubation for 2 hours at 20 °C - 25 °C. (Standing (*(3)))

Dilute (D) Biotin-conjugated Antibody Solution 100-fold with the (C) Buffer at room
temperature (20 °C - 25 °C). (This should be prepared during incubation.)

|Washing 4 times (*() , (*(5))
Biotin-conjugated antibody solution (Diluted) 50 pyL

1Shaking (*(2)), Incubation for 1 hour at 20 °C - 25 °C. (Standing (*(3)))

Dilute (E) Peroxidase-conjugated Streptavidin Solution 100-fold with the (C) Buffer at
room temperature (20 °C - 25 °C). (This should be prepared during incubation.)

|Washing 4 times(*) , (*®))

Peroxidase-conjugated streptavidin solution (Diluted) 50 pyL

50 pL

1Shaking (*(2)), Incubation for 30 minutes at 20 °C - 25 °C. (Standing (*(3)))

IWashing 4 times(*) , (*®))
(F) TMB Solution

After dispensing, the color turns to blue depending on the concentration. S0
|Shaking (*(2)), Incubation for 20 minutes at 20 °C - 25 °C. (Standing (*(3)))
(H) Stop Solution 50 L

After dispensing, the color turns to yellow depending on the concentration.
|Shaking (*(2)) Immediately shake.

Measurement of absorbance (450 nm, Ref 620 nm (*(4))) 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.)

*(2)Guideline for shaking: 600 rpm - 1,200 rpm for 10 secondsx3 times.

*(3)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.

*(4)600 nm - 650 nm can be used as reference wavelength.

*(5)After removal of wash buffer, immediately dispense the next reagent.

Assay worksheet

14.Storage and expiration

When the complete kit is stored at 2 °C — 10 °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.

LBIS™ Mouse IL-6 ELISA Kit

[Storage condition]  Store the kit at 2 °C - 10 °C (Do not freeze)
[Term of validity] Expiration date is indicated on the container
[Cat #] 299-96001
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(A) %ﬁ%ﬁé"{%@tﬁdffte SeBBIE 96 wells(8x12),/ 1 4%
B e e g RISHIRG: - BRRLIEF 2K

(©) St ZDFEEF 30 mL/1 &
(D) ol Conlgated Sbody Solution AR 100 L/ 1 %
O S | wween | oow/is
) g g " ZOFEEA 12 mL/1 A&
©) %ﬁ% f?g&g%?g%d sample EDFEEH 30 mL/ 12
() " B ZOFEER 12mL/1 A&
) om0 FIRL LA 100 mL/ 17
JL—bh>—)L - 4 15
BRGREIAE i 1 &

(BRBORENEERFSE]

(A) Antibody-coated Plate
FEATABRIER Ny TFZY TS =L\ DICRL. ZDFEF 2 CT~10 CTRELTIZEL,
(B) Mouse IL-6 Standard
ISR CEMHRNLZE R EF T . FHBRKZNMNAERIL UTHARERIFR(E 2 CT~10 CTRIFL. 2
EEMUACERLU T ESV, FER CRTGERUCERESRIES (ERAL. REFEFLRNTLIZE,
(C) Buffer XU (F) TMB Solution &T' (G) Buffer for Standard and Sample
—EPDBERZEEAITIREIVEBELDDUZHDEZRIDEEICEL, EDEBRICRSBVWTESICE
Z UM DEIH. 2 CT~10 CTHRELTLIZEL,
(D) Biotin-conjugated Antibody Solution BT (E) Peroxidase-conjugated Streptavidin Solution
Fv hEDEIUTERAT IREHRRNFIOTEELDRMDE UATRARL. KD DEREIERICRS/ANT
BES5(CEZ LoD ERFSD. 2 T~10 CTTRIFLTLZ SV, ERARDDORINEHRIGEEZELTIZSE
LY,
(H) Stop Solution
RO ZRFIDHAE E2LoNDERD. 2 T~10 CTHRIEFL T ESL,
(I) Wash Solution(10x)
Wash Solution(10x) Z{RF 9 DiHEE. HEZ LoD . 2 T~10 CTHREFEL TS ZE0, EA%
D DOFBIRBEAHTFRISFEREL TIZE0,
6.FYy NUACRAEICLERERRE UFTvIUXbL
(FERUK (ZREBK) iERE ORPRARARE UFyIEIERY ~ (10 yb~100 pL KT 100~
1000 pL ZIEFE(CHRERCTE 26M) OEHMEERY b OR—=/\—FA)LE (FRRRFCER) DiEHes

(Vortex 1) OFL—MNREDES (#9500 rpm~1200rpm)  OFL— MRS (HNIEEFELLY)
FreFESE>Y OJFL—bkJU—4—(450 + 10 nm /600 nm~650 nm) OF—4%:tERYI NI

7 REDRAS

oA REAICIRE I DIH5S(E. —35 CUT COHRIMGREZHEUE T, EDIRUDERERER(LE T T
&V, HEUREKESHET DERICARURDICERL TSV, e, BEEHIRT 358(E
AR E LTS IZE0N,

RIK(ITEE(CHEVMRIN. DB LIEN DO RMBRUOMEBEZFRALTIZEEU,

o MR MBFDOFLEEFI(C (X EDTA ZER LTS ZE0),

o MENEHEERE 7 [FEA I DREIT|aIHERZ L T<IZE0\,
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oA UTeARAR Y BRE BRI (HEDRNT K&,

o F D RUNBYI DS DIRK (IR DD EEE CRHREBATE(CAWTLIZEL,

o IHEMBDEIENTEND UL VRIKIE, BI—RRIKICHNT, BD 2 RA> MALOFERETHIRER %=
ERLTLIEa0N,

IHAERIRT DIHEE. HENUHHEREPP. PEEZALT (G) 2%
[CHELTLIZELN,

8. HZDAR
* vy hOEIMEARICHI =R (20 CT~25 C) (CRLTLIZEL 2 FEUNBERZTY).
*5TC [ZDFFFEA| LHDMEEBRICECDOTTDIRRETHERTEETT, NEERERL [HRIREE

Al EBBEDICDWTITTEDOERCHE LTS ZE0)N,
$AECHEBRDIESEZAR L TLIZE0N,

[iREET Nz EDBR]
(B) Mouse IL-6 Standard ; {RER{ERB
(B) Mouse IL-6 Standard (LF*”K%BU%EE(ZEEWODTEEEE * ZINZREER. 30 DEREL OBRRL. BRERFER
(5000 pg/mL) ZIRHELTLLESV, [EEMENSESNRNC ENSDDTE. 4T 30 DFREL TIESL,
TORERILENIZF Y NRT (G) Buffer for Standard and Sample THRE U T ZEL)\, X DERIK
DEFRRZECSRIZEV. *xOY MCKDBERKZRINT D2ENERDIZH. FIHKICEEERDIEES

- IRIKREER CRRUAIED )L

pg/mL

mCHERLSIEEL,  FEFE—HITT,
S RTE (IS (G) Buffer for Standard and N
BERRDEE Sample =E (pg/mL)
ZAEMRIEIR : 50 uL 450 uL 500
500 pg/mL 7&7& : 200 pL 300 uL 200
200 pg/mL ;&% : 200 pL 300 uL 80
80 pg/mL & : 200 uL 300 uL 32
32 pg/mL &R : 200 L 300 uL 12.8
12.8 pg/mL &% : 200 pL 300 uL 5.12
5.12 pg/mL &R : 200 uL 300 uL 2.05
Blank 350 uL 0
BRI
eeomL
IBERERD
EoE
HAEEE  5ng/mL
50 L 200uL 200uL 200uL 200uL 200l 200 uL
AL - =R EES - =R - =ER, - =D - B -
N 1Rk KA P i 1RikA i 1RAA A
EELH EER TEENR TERNR EER R REENR
450 L 300uL 300uL 300uL 300uL 300uL 300uL
IWEE 50 200 80 32 128 512 2.05

(D) Biotin-conjugated Antibody Solution
(C) Buffer T 100 f&(CHAIRL T IZE0N,
(E) Peroxidase-conjugated Streptavidin Solution
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(C) Buffer T 100 f&(CHIRL T ES0N,
(I) Wash Solution(10x)

FRER(10x)ZEERESNIERRIK (FEEBK) T10EICHIRLUTIEEN,

{5 : 100 mL DFiFER(10%)+900 mL DIFRIK (GZREB/K) (96 DITILETEFERT IHE)

AR ML EXS ) —-XDFy hOFEFER(10x)IEAET. %IRRT Y bDFEFRA0x)EFERALTL

ZE0N,

9. AIFEIRIFIE

TR EEIBDHDIAICRICHFIT IAEZMEO>THRUTLSEE L.

(1) 5N UHRAEUIEHEEFRZZDTILISHRLZL. 408%EE (x@©) UET., €D, R—/\—FA)L1&
EDLTTL—hEFES(CL, BKMNEDFBEIICUTIIILCE D IEREMDBREET,

(2) BEMAED T)LICKRBEDIRERRZ 50 L 3 DELE T,

(3) MIRBEIED TILIC (G) 1Z=HESM - AAREERZ 25 L I D7 EL. 5(CHR4E%ZE 25 L 3 D ELE
ERP

4) X707 L—MRESERREZAWTER (x@) ULXETY,

(5) TL— b2 —I)LEEED(x®). =R (20 C~25 C) T2RHEFELET,

(6) RISHE TR, RICRZIE THREREZDTILISHZLU, 4085%FE (x@) ULET, 2D R—/{—5
AIREDLETT L — bEHFEECU. BLNEDIFBREIDICLUTIOTILICE D IEREZEDBREET,

(7) BEOTIVISGARUEEAF ATEIMNERZ 50 L I DELET, X120 L — MNMREDSSRBRE
ZRAWTER (x@) ULET,

(8) TL— b2 —)LEED(x®). =R (20 C~25 C) T1RHEFHELET,

(9) RI¥ET#.. RIGRZIETHRFREZDTILISHIZL 4 B%FE (x@) ULEYT, 2DE. R—/{—4
AIREDLETTL— bEHEECU. BLINEDIFBREIDCLUTIOTILICE D IEREZEDBREET,

(10)EDTILICABEUIRNILAF A —CHEERXA N T RN PES AR Z 50 L I DELET . X172
OFL—MREDSEBEREEZRAVWTER (x@) UXEY,

(1N TL— b2 —)LEEED(x Q). =& (20 C~25 C) TI0DHEFBELET,

(12)RIEHET#. RIGRZIETREFRZEZDTIVICTHEEZL 4 B%FE (k@) ULEYT, 2DE. R—/{—4
AIIREDLETTL— hEHFEECL, BLMNEDIFBREDICUTIOTIVICE IR ERDBREET,
3B T)UTHEERZ 50 L I DOFLET ., N7o0O0TL—NRESFREZBVTER (x@) ULET,

4HTL— 2 —=)LZED(x Q). =& (20 C~25 °C) T2 DHEFEHELET.

5% TIUICRIMELERZ 50 yL I DO3EL. HERIGZEILEUET,

BB (x@) ®&. BEBICNIUOT L — MNADHAESTT 450 nm (BIEE 620 nm) TORIEE %8
EUZEYI., BIKEE(F 600 nm ~ 650 nm OEEFE TERATEEI .

(x@). (x@). (x®) 13. [AEFIEBMELF TV IURK] ZZTESBIIZE0,

10.518
(1) SAEB( RS UE T, X EZERRERE (pg/mL). Y el EDRERT S I/ L T IES0
(2) REHREELD. (FHR) BRADRNE(CHIET DEE (pg/mlL) ZHHEDFEFT, HiHED ICBRE (TIRIK
AREZRUATEMBEEUET ., (REREETE 2MEBH/RCRADET.)
* RADIRFENREHFRAE L DHNTEIHSE (G) B - MARBERICOESEXRICGARLUE
BAEZEMUTIEE0N,
x I>E1—4Y D NTOREWIET(E, 3 XZIER. 4 £/2(E 5 /\SA—F—DFEREPEHHUET .

10.000

(1
(1
(1
(1

1.000

0.100

Abs.(450-620nm)d Blank

0.010
10 100 1000

Mouse IL-6(pg/mL)
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M.FvUIL—>3>
AFwv M K> TESNICRIEMEL. FEEstBERICHED THFY MRMIDBIFRICED SNIcBFEzZRC
D &T NIBSC/WHO 12282 IL-6 (Code: 93/730) Z#E#E(CUIE 1w MEE(CIBE IR ENTEFET,
NIBSC/WHO(93/730) 1= MNEE(U/mL) =128 {EExA+v NAIEE(pg/mL)
* MBFRHEEAOY RS ECEHITIIHEENGDEIDT, HROY hT ECEDSNTZIRE G ZHE
RBUTHSETELTLSEEL,
12.:3TN>21—F1 >0 & QA
e INRTDIITILTDORIENEFLY
FRRELUTERISND &,
1) *E—Eﬂﬂb@{z'-i@ln:u\no
2) RE(CEET DMBBRDAIUSA.
3) HEICRHET IAFBARDOEDEX PHEFGARAIR,
4) EEZREZERIOEA.
5) v MREREDEE (FEUHES).
6) 7L — BRI,
7) EEROEEMEN DT,
o=/ IMEERRREED OD EL DT S> OD fENE < 13D,
FERELTEZISNDCE - -« HFEHNTNEYE, A2 Tho/z.
oZENMREN (CV) MKREW
FEREUVCTERISND &S
1) TEHNIRNELY, ATETHOI.
2) FERVPEIRME. READE¥NAFTED TH ol (RIGEHREDEBHIIFTD (CITO>TLIEEW),
3) ERYSF o DOBIEN—TETIIRMN DT,
oQ-1: Fv NIPDBNUTERIDIZENTETEITH ?
1 TEXY, FRHULRWIL— RIS ITS -V IICRL. SEBECRELTSZESE0,
Q-2 : JL—hrEEIDHULESDTILORICEFRNIAD TOWEBATUIEARERES D EEAN?
A-2 . BREHDERA. CDFY NIFRIT L —IATER>DTHNET,
Q-3 : BRAZFN UTESEVEVUIEARBEFNIN S DE UENAECEEN DD FEIH ?
A-3 : ENE BN DT, AEEMESHZD., BIETRUTICRDIGENSGDET,
Q-4 : MIBTEHHETETEINMN?
-4 MBCTHAETEEY, MEHRMIFOFUREFI(C(E. EDTAZFERALUTSIZEE0,

13. (AEFIERMELFIVIURXN]

I EURERBAE T — 5t U CIRIARSRAT. BIESRSF. BIETEZHRERAERIFZIT O TIIEE,

O Jl—b, fEEZERDICERQR0 C~25 C)ITRLTLSZEV, EREICIE 2 REAINETT.
O ER(I0X)DEIR 1 ERIESNIZHERKT, 10 BICHRLTIESN,

Y mEsnoaR 6)
(B)X DR IL- 6 M (CBRIKERIMKICEEHDIEERZ * ZINZRERE. 30 DFEL COARL. B
GalEA (5000 pg/mL) ZHRB LU TLIZEV, EERMENMESSNRNC ENGDIEsD. 3 30 oE
%L/‘C<T;‘éb\ TOBRERIEESNIEFY MR (G) RER - RAREERCREL T ZE
o MR BEEVKDEFRIEESBLLIESEV., *x OV MIEDBRKZERING ZENERD
&3 RIAKICEEEDIEEEZ R <20\, TaEE—HITY,
= =E (pg/mL) 50 200 32 12.8 5.12 2.05 0

| REER (L) Y»zoo }/»200* Y» 200* Y» 200* r 200*Y> 200 _
Pl gg% '(ﬁﬁq 450 0 300 300 300 300 300 300 350
O EDEREDRERR
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BI¥MEEIEEHE

O AEE(ETL—
O 534 E  (BERIRER. BS(OROREDT) *x @
O 18K (FFRARIK | 2R - MRARREER 25 uL+iR(K 25 pL) FE(HEES® 50 pL * @
O |38, =R(20 C~25 C). 2 FE&RIG. & *x@*x0Q®
- @) EAF AEETINERDOFHIR. ER(LUIZ(C) BERT 100 &(CHRL T
<12V, FIREROAIE—RISHITITD,
O [5EF4E  (OERIRER. BS(ORDREDT) * @D
O EAFEETRER 50 uL * @
O [8#, =820 C~25 C). 1ERRIE. 53& *xQ*0Q
o (B RIVAFSH—THEI ST NFES VBARODFER. ERLEUE (C)
RERT 100 BICHRIRL T IZEV. FIRERDAR(IE —RIGHICTITD.
O [5EF4E  (OERIRER. BS(ORDREDT) * @D
O NIVAFSH-—ETHEEANL T RNFES AR 50 uL * @
O [8#, =820 C~25 C). 30 DXt 88& *xQ*Q
O [%E#4E  (BERIRER. BEICRERDT) * @D
TMB &K TMB HZE|R{EEhTWB & &R
U osrs. mECLDEECSE N
O [8#, =820 C~25 C). 20 DEXIE. 88& *xQ*Q
RIS 1R M COEFHURER
U mECLDEBECES N
O B BESCER *
O BS(CIEEATE (KK 450 nm. 8JKE 620 nm : 600 nm ~ 650 nm)
BRI L — hERDENEZF v > ILUET
(x@) FTEB(TEPREDTIVICHTFE. FOOSDLET 10 EFEERIRDEELEI . 4 OhEFLTRE.
R=)\=FA)I LT — hEHEE(C U TNERERZERR(CIFEUE T TR RBRERZ DR CER
U CORDBRZEES(CEUE T SERFRZENRY NCTHRINT IEORE8ZR(E300uL DTV TY,
h—. BNEERREED OD EL DTS2 OD ENE K RBBEFEERSED 1 DELT, NLA
:F//S’ —EERA LT MPES AR ERISEDFREER 4 [B17%E UFHER T 5~6 BlITEY L TL 2
=0\ TL— NS ERODISEDENBEE 5 mL/9~25 mL/ 9 (J ILDRICEDERDE
@“) T9Y,
—RISEDYIBIDFFRDH I T)LEID I Z(SERE LTS IEEL,
(@) ?a}#a)ag(a* 600 rpm~1200 rpm-10 ¥R, 3 [al,
(xQ@) BHETETIL— S —ILEDEBELTLIESL,
TL— b —)UHMRERZRNLUT, #8mETL— MUICLUTHDIFTSEEWn. —EFERL
L — b —LIEBER ULRWT L ESN,
(*@) EXRYFaJICATIEREIAL [EXRVFTa2T] OEBEZSSRIZE,
J—0>—h (f)
Strip 182 Strip 3&4 Strip 586 Strip 788 Strip 9&10 | Strip 11&12
A | Std.500 pg/mL 1RAK 1 184K 9 FRAK 17 AR 25 1R{A 33
B | Std.200 pg/mL RAK 2 &K 10 FRAK 18 FRAK 26 1R{K 34
C | Std.80.0 pg/mL 181K 3 1R 11 1&RIK 19 &K 27 &K 35
D | Std.32.0 pg/mL 1RK 4 FRAK 12 1RA{K 20 1Rk 28 1R{K 36
E | Std.12.8 pg/mL 1R{K 5 1RAK 13 FRAK 21 1R{K 29 &K 37
F | Std.5.12 pg/mL 181K 6 1RIK 14 1RIK 22 &K 30 1&{K 38
G | Std.2.05 pg/mL 1R 7 1R{K 15 1R{K 23 FRAK 31 1R{K 39
H 0 1Rk 8 1R{K 16 1R{K 24 FRAK 32 1R{K 40
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14.Fv FOREF EERRR

FwvbhE2 C ~ 10 CTRELTLESV (RIEHZR), CORFEEEFTTEFY MIFFEDOSNILICEEE
SNEBXEIBRNLZETY ., BIEAROBE R E (HMER URWTLIESTL, BEUERAECDETELT
(. REBRECKIDEEEZ(TBEEN DD EIDOTEDHDSEREZHELUET,

CRIES]

(FrE)

CRIEH]) CAIER]
(Ov hES] (B5HHARR]
(&%)

(K@) L EX ™ Mouse IL-6 ELISA Kit
(F0¢0— K] 299-96001

(REE&KEC] LBIS™ Mouse IL-6 ELISA Kit
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