FUJIFILM

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

Code No. 292-88301 (96 tests)

LBIS™ Mouse IL-12 ELISA Kit

Please, read this instruction carefully before use.

1. Intended use

Interleukin 12 (IL-12) is a heterodimeric cytokine consisting of two subunits with molecular weights of 35000 (p35) and 40000
(p40), respectively. It is also known as the natural killer cell stimulating factor (NKSF) and cytotoxic lymphocyte maturation
factor (CLMF). Each subunit of IL-12 is not active on its own, and IL-12p70, a disulfide-linked p35 and p40 subunit, functions
mainly. IL-12 is primarily produced by macrophages and B cells and induces the production of IFN-y and the differentiation of
Type 1 helper T cells (Thl), which are involved in cellular immunity. It plays an essential role in initiating immune responses
against autoimmune diseases, microbial and viral infections, and cancer.

This kit is a sandwich ELISA system for quantitative measurement of mouse IL-12 (IL-12p70). It can precisely measure IL-12
in mouse serum (plasma) and with high sensitivity.

Research use only. Not for use in diagnostics procedures.

2. Assay Principle

In FUJIFILM Wako Pure Chemical Corporation's LBIS™ Mouse IL-12 ELISA Kit, standards or samples are incubated in
monoclonal antibody-coated wells to capture IL-12. After 2 hours incubation and washing, biotinylated anti-IL-12 antibody is
added and incubated further for 2 hours to bind with captured IL-12. 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 IL-12 concentration. The standard
curve is prepared by plotting absorbance against standard IL-12 concentrations. IL-12 concentrations in unknown samples
are determined using this standard curve.

3. Performance Characteristics

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

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

/1D Samplel Sample2 Day/ID Samplel Sample2 Sample3
(pg/mL) (pg/mL) (pg/mL) (pg/mL) (pg/mL)
1 99.0 237 0 544 164 242
2 94.0 218 1 614 173 257
3 91.8 214 2 55.6 169 258
4 95.8 221 3 634 178 254
5 96.0 229 mean 587 171 253
mean 95.3 224 SD 44 5.6 7.2
SD 2.7 9.0 CV (%) 75 33 29
CV (%) 28 40

- Recovery test (Standard mouse IL-12 was added in 3 concentrations to serum or plasma sample and assayed.) The
recoveries were 89.0% - 107%.

Serum sample 1

Serum sample 2

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

0 382 - - 0 10.7 - -
50.0 82.7 445 89.0 20.0 319 212 106
150 192 154 103 60.0 717 61.0 102
350 404 366 105 140 148 137 979
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Plasma sample 1 Plasma sample 2

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

0 416 - - 0 124 - -
50.0 884 46.8 935 20.0 32.7 20.3 102
150 202 160 107 60.0 69.0 56.6 944
350 417 375 107 140 151 139 99.3

- Dilution test (Serum sample and plasma sample were serially diluted by 3 steps.) The dilution curves showed linearity
with R*=0.9975 - 0.9994.

Dilution test
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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.
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- Dispose 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-12 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 uL/1 bottle
(F) TMB Solution Ready for use. 12 mL/1 bottle
(H) Stop Solution Ready for use. 12 mL/1 bottle
(I) 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) Mouse IL-12 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 2°C - 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 2C - 10C.

[(I) Wash Solution (10%)]

The rest of undiluted solution (unused) : close the cap tightly and store at 2C -10TC. 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 L
precisely, and another for 100 #L - 1000 L. [] Syringe-type repeating dispenser like Eppendorf multipette plus which can
dispense 100 L. [ ] 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.
[ 1A 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-12 in mouse serum or plasma.

- We recommend using EDTA-2Na or EDTA-2K 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 prior to adding them to wells.
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8. Preparation of Reagents

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

[Concentrated reagents)
[(B) Mouse IL-12 Standard]

Reconstitute the (B) Mouse IL-12 Standard with purified water in the amount specified in "Reconstitution of standard" * to
prepare a original standard solution (7 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.

Below is an example of preparing each standard solution.

Volume of standard solution (C) Buffer Concentration
Original standard solution 50 u L 450 uL 700 pg/mL
700 pg/mL solution 200 4L 300 uL 280 pg/mL
280 pg/mL solution 200 uL 300 uL 112 pg/mL
112 pg/mL solution 200 uL 300 uL 44.8 pg/mL
44.8 pg/mL solution 200 u L 300 uL 179 pg/mL
17.9 pg/mL solution 200 u L 300 uL 717 pg/mL
7.17 pg/mL solution 200 uL 300 uL 287 pg/mL
0 (Blank) 300 uL 0
Deionized water
(distilled water)
o0 L
7 ng/mL
50 200 pL 200 L 200 L 200 pL
e ‘q - — W’ —f—— ‘i =
Buffer Buffer Buffer Buffer Buffer
450 L 300 pL 300 pL 300 pL 300 pL
Concentrati
am 700 280 112 44.8 17.9

[(D) Biotin-conjugated Antibody]

Standard Curve

200 pL 200 pL
| |

Buffer Buffer

300 pL 300 uL
717 2.87

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.
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[(I) Wash Solution (10x)]
Dilute 1 volume of the concentrated (I) Wash Solution (10x) to 10 volumes with deionized water (or distilled water) to

prepare working solution.
Example : 100 mL of concentrated (I) Wash Solution (10%) and 900 mL of deionized water (or distilled water).

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 (*), then strike the
plate upside-down onto folded several sheets of paper towel to remove residual buffer in the wells (*®).
(2) Pipette 100 1L of standard solution to the wells designated for standards.
(3) Pipette 100 1L of each sample to the wells designated for samples.
(4) Shake the plate gently on a plate shaker (*®).
(5) Stick a Plate Seal (*®) on the plate and incubate for 2 hours at 20C - 25C.
(6) Discard the reaction mixture and rinse wells as step (1).
(7) Pipette 100 uL of Biotin-conjugated Antibody solution to all wells and shake as step (4).
(8) Stick a Plate Seal (*®) on the plate and incubate the plate for 2 hour at 20C - 25C.
(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 20C - 25C.
(12) Discard the reaction mixture and rinse wells as step (1).
(13) Pipette 100 uL of (F) 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 (H) 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 12. 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 mouse IL-12 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 IL-12 concentration of samples at its absorbance, and multiply the assay value by
dilution factor if the sample has been diluted.

o
= 100
N
2 010
s
z

0.01

1 10 100 1000
Mouse IL-12(pg/ml
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11. 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 (2.87 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.

12. 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 20T - 25C.
[] Standard solution dilution example
Reconstitute the (B) Mouse IL-12 Standard with purified water in the amount specified in "Reconstitution of standard
to prepare a original standard solution (7 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

"o

lot, please be sure to check each lot.

Preparation of diluted IL-12 standard solutions :

Conc. (pg/mL) 700 280 112 44.8 17.9 7.17 2.87 0
50

Std. sol. (uL) J/’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 100 uL
| 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
solution returned to 20C - 25C. (This should be prepared during incubation.)

| Washing 4 times (@), (*®)
Biotin-conjugated Antibody solution (Diluted) 100 uL
| Shaking (*®), Incubation for 2 hour at 20C - 25C. (Standing (*®))

Dilute HRP-conjugated streptavidin to 1 : 100 with the (C) Buffer solution returned to 20C - 25C.
(This should be prepared during incubation.)

| Washing 4 times (*@), (*®))

Peroxidase-conjugated Streptavidin Solution (Diluted) 100 uL
| Shaking (*®2), Incubation for 30 minutes at 20C - 25C. (Standing (*®))

| Washing 4 times (*@), (*®)

TMB Solution

After dispensing, the color turns to blue depending on the concentration. BT
| Shaking (*@), Incubation for 20 minutes at 20T - 25C. (Standing (*®))
Stop Soluti

op Solution 100 4L

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

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

* (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.

* (4 600 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

13. 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™ Mouse IL-12 ELISA Kit

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

[Package] For 96 tests

[Cat #] 292-88301

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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Code No. 292-88301 (96EIF)

LEA™ Mouse IL-12 ELISA Kit
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Samplel Sample2 Samplel Sample2 Sample3
n/AD (pg/mL) (pg/mL) Day/ID (pg/mL) (pg/mL) (pg/mL)
1 99.0 237 OHH 54.4 164 242
2 94.0 218 1HH 61.4 173 257
3 91.8 214 2 HH 55.6 169 258
4 95.8 221 3 HH 634 178 254
5 96.0 229 mean 58.7 171 253
mean 95.3 224 SD 44 5.6 7.2
SD 2.7 9.0 CV (%) 75 33 29
CV (%) 2.3 40
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(pg/mL) (pg/mL) (pg/mL) (%) (pg/mL) (pg/mL) (pg/mL) (%)
0 382 - - 0 10.7 - -
50.0 82.7 445 89.0 20.0 319 21.2 106
150 192 154 103 60.0 7.7 61.0 102
350 404 366 105 140 148 137 97.9
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FEEUR 2 N Z AL L 72 € F F VR aPURFHIE 2C~ 10C TIRAE L. 2 BB L TF & v, MR ARG L
TBHIZE B IR L, REFEE LAV T T S v,

(E) "VFXRVF—BHB/AMVT P TEY VBT
Fo ML THEHT2BIEARIFICEEE L DI B LAPEIR L, R0 OFEERRIR S LW THLIZEEZ Lon
DEMD, 2C~10CTHRAEL TTFE WV, KD OFPUEABITBEEL TF S,

(H) SR s ki
B 2545 58813, 2 Lo EHD, 2C~ 10CTHRIELTTF S v,

(1) Pk (10x)
(1) e (10x) Z2HRETHHEIE. T2 Lo D, 2C~ 10C TRAFL TF W, MR D OARE AR ERIZ
BEFEEL T T &,

6. v FUAHTIICBRBELRBE 5=y 7 )X

(IR BK (GERK) DR DB a e OF v 78 E~xy b (50 uL KU 100 L ~ 1000 x4 L % 1EFE ICERIL
T&5b0) EHmEEXy b OR—3—% V5% eI i) ORERSE Vortex 74 7)) O7L—MRE D2 B
600rpm ~ 1200rpm) [J7°L — MAZERE (BT F L) 23 Yy 71— —4%— (450nm = 10nm/620nm :
600nm ~ 650nm) [(J7—%FHEHY 7+ =7

7. BRI DR

B RMICRE T 55651, —35CUT TORRREZHER L 9. MY &L OSURRARIIE T TT S vo 3t L2tk

ZME T HEFNSHR LTEDIHIE L TT S ve 72, MIEE RN 258 3R E LTFS v,

- BRI E RO VERIL, 0 L 7o~ 7 AME R OMAE 2 L TR S v

- MUAEPR ML O PUaEE #1213, EDTA 2fH L TF 3 v,

- ML 23 e <2 g6 [ e AE A 25 2 T 5 2 BRI SRR 2 L TR S v

I L 22 R R W IR E AR IS D T T v,

<) L OANEN O B B BARIGE OO TRERIE I TT S v,

- WIEWEOREED LRI, AR B W T, 872 284 ¥ L EORBRETHREMREZ MR L TF S v,

BB EFHRT 295613 H 50 LoREE (PP, PE) 2 W CREE TARLIE Y = VIZHEL TF S,
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8. MEE DR

*F v FORBEIIMHFIL TR (20C~25C) IRLTFEWw QKEHMSHEZTY),

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

* PRI E G2 REZ R LTS v,

[ & M- o A
(B) =9 A IL-12 B, 5 Bt BreR
(B) =™ A IL-12 EE#e IRk 2 [REHE BRI O L S WC | ISR A A L, B#E S EW (Tng/mL) %
RBELTT S, 2R bIn 2y MR (C) BEHR THEL TTFE v,
¥ [EEFEROMBEICOVT ] BABBR=—V I DAL TTF SV, Ty M DERAKZRNTL2RBR L L0, &
Ty T EIZTHERT SV,

‘F%‘EACJ:#@UVC?_O
AR OB (C) A 1 (pg/mL)
T G G - 50 u L 450 uL 700
700pg/mL V& - 200 uL 300 uLL 280
280pg/mL A - 200 uL 300 uL 112
112pg/mL ¥ - 200 uL 300 uL 448 )
e - TR R E K
44.8pg/mL &g - 200 u L 300 uL 179
179pg/mL ¥ : 200 uL 300 uL 7.17
717pg/mL & - 200 uL 300 uL 2.87
0 (Blank) 300 uL 0.00
Rk
eoeomL
EgRERO
AEEE 7 ng/mL

50 uL .200 uL 200 pL 200 pL 200 pL 200 uL 200 uL

=5 .'.;- - — -.' ; ’“.. > 3 " =, _. -'

EER RENR R B EER EEE EER

450 L 300 L 300 L 300 uL 300 uL 300 L 300 uL

RREE
— 700 280 112 448 17.9 717 2.87

(D) X F UFiAhik
FEBK 100 u L 2 M AL (C) FEEH T 100 F5ICHRL TF S v,
(E) "VFXRTF—EHmBHALLT I TEY VIBHR
(C) #EMHLT 100 fFIAMLTF S,
(1) P 10x)
(1) Pk (10x) ZREESNAFEAK GEHK) TIRFICHMLTTFE v,
Bl 100mL OFEEHE (10x) + 900mL DREEAK GEFK) (96 7 = VTS H54E)
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9. M ERIELE

P IRIEZ IR0 B RNCKICOET 2REEHT L o THELTTF SV,

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) BT Y WA K OB % 100 ulL T2 EL F 5,

(3) WkIlsE Y = WATHAAZE 100 uL oL 9

4) =477 L—MREIBREZHOTHE (x@) LIT,

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

(6) BT 2 OB 2 35 TR 2 47 = VIZii7z L4 ks (D) LET. TOBNR—IN—=FF VAR EDLTT L —
g2, BAMEDIFL L ICL Ty o VIR 2 & 9,

(7) £ 2 VISR L7284 F VG PRERZ 100 uL $20ELE T, ¥4 2787 — MREI R EZH W THEIE(%©2)
LET,

&) FL—t =iy (x®), Fifl (20C~25C) T2HMEEL I,

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

(10) B 2 VICHB L 72~V A F TV —EBREA ML T P TEY Vi E 100ul $2O0FELE T, 42727/ L—MEED
e EEHVTHEE (x@) LET,

(11) Z7L—=hr ¥ =% (x®), Fill (20C~25C) T30 4MEHEL T,

(12) BOUBHET . BOBMB 2 3 TR E &7 = VIZiz L4 Bk (k@) LET. TDH, X=X —FF VG DO LTS L —
PEMIIZL, BLMPEDITEIHICL T 2 IVIER 2z B & 9,

(13) %~ = VI TMB i 100 ul F2o0ELE . ¥4 270 7L — MEEI SR EZHVTEE (x@) LET,

(14) 7L —=1rT=n%Mib (x@). =ik (20C~25C) T2 7HEHEL T,

(15) &7 = VIZRIs IR % 100 uL 3o E L. BaezElk L 9,

(16) 3k (%@) #, HWHIZ~Y A 707 L — MEGERERT 450nm (BIIEE 620nm) TOWEEZHEL 9, BIEER
600nm ~ 650nm OHFPHCTHHTX F 9,

(x@), (@), (@) 1, 12 WETMEMEL F 2> 7Y A M EITBHT S0,

10. 315

(1) W I RER A E L £ 3, X & BEdiiR g (pg/mL). Y #ZBOUEORER Y 7 7 ZER L TT S v,

(2) ML D, GF) WUROWSEE AL 238 (pg/mL) ZHAMY T34, G o 723 B kA R % J Ul il
ELET,

* MR DWOCEE AR FRRBOLEE & D M358 (C) MRS CEM BRI LEENE 2 EE L TTF S v,

B TIE, SIRSERT T4 F 2R3N A—F—DfiHEZBEDH LTI,

=
E= 1.00
3
g o010
N>
z

0.01

1 10 100 1000
Mouse IL-12 (pg/ml)
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1. 9T N Ta—F4 V7L Q&A

- FRTOY 2 )V TORIEHTH N
FEHRELTEZONALZ L

HEHE R R D A s,
BT 5 RIEE O ANEN,

FEA 2B B BB OTL Y & 2 R A R A L,
BEREA OB A

o MHMFREORE (B LA

7L — b OEFE Pk

TMB B DO IEAME D > 726

- I /N HE A R
FRELTEZONLZ L
VRIFHAE Y, REeTH 72,

- EEMRE (CV) 29k&Ew
FEHRELTEZONDEZ L

1) HEIAREY, REaTho 7,
2) R GRS . MIROBIEIATES TH o 72 (HERAROBIRIIFEHITIT > TFE W),
3) ¥Ry T Y ITBIEN—E TR Do T

1)
2)
3)
4)
5)
6)
7)

. Q_l
A-
. Q_Z :
A-2:

(287pg/mL) @ ODEL D 7T > 27 OD DK %2 %,

Fv MIFHLTHATAZ LS TEET2?

1: T&Fd, BHLEZVWTL—MNIY Yy Ty — I8y 7R
T —= b 2RO B LS Y 2 VOFIRFRDPAS TOEFHEATLDHEED ) TEAD?
MEDHY) EHA 2OFy NIRRT LA TLBoTBNET,

12. W5 TR L F = v 7Y X b
P WG IE 2 —5t L TRk SAE, Fft WENEZ MR ERIEZ T > TF S v,

L7

(B) ~w A IL-12 FE#E R 3Kk 2 [HEHE SRR OB D W C | ICREIROIE R M A B L. AEEEH (Tng/mL) %

L— b, iAdesE

L. WEEIZRE L TF SV,

ZRICE (200~ 25TC) IR LTF S HifbiZid 2 R L% T 9,
LI oA il S M 7RRK T 10 FICHRL T S v
CIRREE R oA (B) -

L0 RBUKZ WIS SRR B2

HRL TS, ToREREINzFy MR O (C) HEETHEL TT S v,
*PAL R R =Y L) THREREOMBEIZOVWT] ZHELTTS v, Ty M
LF By b LI THBT S0,
.. =E (pg/ml) 700 44.8 17.9 7.17 2.87
ROBESR (L) 200* 200* 200 200 200
Bl @R () 450 300 300 3ooir»’ 300?> 3ooiy/> 300 300

YO EDEREORERR
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FERETE R

et s I A A O

PURBEAMEZ L — b

VR4 I (BEEHEER A R E B ISRORIEDE) *(D
Motk F 72 3B HE AR 100 uL
L#HE B (200~ 25C) . 2 R BUS. #HiE *@*B

(D) C4F ¥ OHEOTR, WA THERE. SRELA (C) BT 100 FIARLTF 5w,
TR OTIL H— TS HIFT o

VU4 (PRSI ER LR, B ISRORIETE) *D
E T VR AP 100 uL
VEFE i (20C~25C). 2 REHBUS. #HE *@Dx®)

(E) "V F ¥ —EHHEA ML T T EY YEROMN Rimfb L7z (C) MR T 100 fFHZARL TF S
AR OB BOSHITAT ) o

Lok Al (BRERER R B IRORIESTE) *(D
NVAF LT —ERHEA LT PTEY VIR 100 uL
LR Kl (20T~ 25C). 30 B, FiE *Q %3
VoA b (BRERBRE B, 552 TMB #5E) * (D
TD{{B iﬁﬁ; TMB LS h TV 5 2 & &R 100 4L
STER. REICL ) HFORICES

VR Eil (20T~ 25C). 20 IO, ERE *@*®
)ih?ﬁrmﬂi SRIETEC D & IR R 100 41
MER. IREEIC X ) WBmIE S

VERE GEBICHE) *2)

HHICWOEENE (FEPE 450nm. Fl9% 5 620nm : 600nm ~ 650nm)
AR 7L — MEROHENEEZ Yy eV LT T

(x @) PHIFITEIZ 7 2 VIZGER. FOOLDOLETIOMIZER IR BEREL £3. 4 BEERGEERR, <X—/S—FF )L

FRETFV =P 2@ S LTI SR 2 Sl RE L ¥, IFHRRRORISER L TROBHZELIZMEL X
Fo VR E ¥Ry P TIRINT 2BOMEHRIE 300l /7 2 VT, F—, /MEERRRE (1.10pg/mL) @ OD
X0 7527 ODEDE L A E3HRTED 1D LT, XVAFIF—ERHGA LT b T EY VIR E G
BOVF P4 W2 6 Cit#T5 F~ 6 HIZHP LTTF S, 7L — MK IMHONE DT H % 5mL /75~
26mL 55 (V AVOFEZEYRZ) $9) T H—USROMBIOTEFOAL Y 2 VO > & ITFEELTF SV,

(@) #¥:o H% % 600rpm ~ 1200rpm-10 # [, 3 [,
(%®@) WHRTHTL— Py —VEIEDEHELTTF SV,

TU— b= VIIPGERKE RIS L T Mg x2 7L — MINZ L TR D AHFTF & v,
—BEH L7 L — Y= VIZEHH LW T T &,

J—2r7T—1F (#l)

Strip 1&2 Strip 3&4 Strip 5&6 Strip 7&8 Strip 9&10 Strip 11&12
A Std. 700pg/mL Brik 1 Bk 9 LY BAk 25 Brefk 33
B Std. 280pg/mL Bfk 2 BRAR 10 Bk 18 Btk 26 BRAk 34
C Std. 112pg/mL Hefk 3 Btk 11 Ak 19 etk 27 Btk 35
D Std. 44.8pg/mL Wefk 4 Btk 12 Bk 20 etk 28 Btk 36
E Std. 179pg/mL Hefk 5 Btk 13 Btk 21 Hefk 29 Btk 37
F Std. 7.17pg/mL Bk 6 Btk 14 Btk 22 Fefk 30 Btk 38
G Std. 2.87pg/mL BRAR 7 Btk 15 etk 23 Btk 31 BrRik 39
H 0 (Blank) Btk 8 Btk 16 Btk 24 Btk 32 Btk 40
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T—=2¥—F

13. ¥ v D47 & BERTIVIE
Fv MI2C~1W0CTHRAELTF SV (BEFREES) . MHBIROME7-REIIFH L 2T TS v, B L-ER_EIIOEXFL

Tid, RERBICX D EBZZT L TRIEYSH ) TTOTRODOTHHZHEIEL £

[5E 4]

G

[ 5z %] CEIFEAED!
[y FE5] [ I ER )
(%]

[#15,44] L ¥ 2™ Mouse IL-12 ELISA Kit

[fiea—F]  292-88301

[JeREFat] LBIS™ Mouse IL-12 ELISA Kit

(i) 2T ~ 10T 147

[4a5 FH 0 BR ] 5~V EL R

2] 96 [A1 H

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