FUJIFILM M

For Research Use Only. Not for use in diagnostic procedures.
Code No. 290-89201 (96 tests)

LBIS™ Human Insulin ELISA Kit (Luminescent)

Please, read this instruction carefully before use.

1. Intended use
LBIS™ Human Insulin ELISA Kit (Luminescent) is a sandwich ELISA system for quantitative measurement of human insulin.
This is intended for research use only. Not for use in diagnostics procedure.

2. Introduction

Insulin is a peptide hormone secreted from B cells of islet of Langerhans in the pancreas with a molecular weight of about
5800 and pI 54. It is consisted of 2 chains, A and B. It has 3 disulfide bonds formed between A6 and All, A7 and B7, and
A20 and B19. Insulin exists as a dimer molecule in acidic to neutral solution without Zn ion, and as a hexamer including two
Zn ions in neutral solution if Zn ions are present. Main targets of insulin are liver, muscle, and adipose tissue. Insulin actions
in these targets are as follows. In the liver, it promotes glycogenesis, protein synthesis, fatty acid synthesis, carbohydrate
utilization, and inhibition of gluconeogenesis. In the muscle, it promotes membrane permeability for carbohydrates, amino acids
and K ion, glycogenesis, protein synthesis, while inhibits protein degradation. In the adipose tissue, it promotes membrane
permeability for glucose and fatty acid synthesis.

A precursor of insulin, called proinsulin with a single polypeptide chain, is first synthesized in the cell, then sulfide bonds are
formed, and finally by enzymatic cutting at two sites, active insulin and c-peptide (connecting peptide) are formed. Potency
of an insulin preparation was originally determined by bioassay. However, whole body bioassay inevitably shows poor precision
owing to individual variation.

WHO issued 1* International Standard for human insulin in 1986 which has the potency of 26 IU/mg (0.038 mg/IU). In the
same year, 1* International Standard of bovine insulin, the potency of which is 25.7 IU/mg, and Porcine insulin 1* International
Standard, 26 IU/mg, were provided. Before these standards, in 1974, 1** International Reference Preparation of human insulin
for immunoassay was provided as 3 IU/ampoule. Based on the above data, if the biological activity of insulin per molecule is
the same among various animal species, potencies of animal insulin might be calculated from their molecular weights. But, so
far, we do not have experimental proof about this. As the molecular weights of insulin of various animals are nearly the
same, and the differences are within 1%, there may be no critical fault if we think that the general potency of insulin is 26
IU/mg. Rat and mouse have two molecular species of insulin, type 1 and type 2. Amino acid sequences of these molecular
species are same between rat and mouse. But as their ratios are different between these two animal species, it is recommended
to use standard preparation derived from each animals.

3. Assay Principle

In FUJIFILM Wako Pure Chemical Corporation’s LBIS™ Human Insulin ELISA Kit (Luminescent), Peroxidase-conjugated
Antibody Solution, and standard or sample are incubated in monoclonal anti-insulin-coated wells to capture insulin bound
with Peroxidase-conjugated Antibody Solution. After 2 hours incubation and washing, HRP remaining in wells are reacted
with a luminescent reagent. Finally, peroxidase activity in each well is measured to determine insulin in the sample. The
Relative Light Units (RLU) is proportional to insulin concentration. The standard curve is prepared by plotting RLU against
standard insulin concentrations. Insulin concentrations in unknown samples are determined using this standard curve.

4. Performance Characteristics
- Assay Range ; The assay range of the kit is 0.0381 ng/mL - 20 ng/mL.

NIBSC/WHO International Standard Insulin, Human (code : 83/500) (4th) approximate value ( xIU/mL)

=26 x [LBIS™ Human Insulin ELISA Kit (Luminescent)] value (ng/mL)
11U = 0.03846 mg, 26.0 IU/mg

—1/16 —



« Precision of Assay (Within assay variation)
3 samples, 5 replicated assay

- Reproducibility (Between assay variation)

3 samples, 4 days, assayed in triplicate

/1D Samplel Sample2 Sample3 Day/ID Samplel Sample2 Sample3
(ng/mL) (ng/mL) (ng/mL) (ng/mL) (ng/mL) (ng/mL)
1 584 0.980 0.207 Day 0 5.52 0472 0.742
2 592 0.943 0.210 Day 1 5.72 0.469 0.723
3 5.79 0.962 0.207 Day 2 5.55 0.467 0.785
4 591 0.940 0.201 Day 3 5.55 0.440 0.772
5 5.74 0.973 0.201 mean 5.58 0.462 0.756
mean 584 0.960 0.205 SD 0.090 0.015 0.028
SD 0.078 0.018 0.004 CV (%) 1.6 3.2 37
CV (%) 1.3 1.9 2.0
+ Recovery Test
Standard insulin was added in 6 concentrations to 3 samples and were assayed.
The recoveries were 914 - 103%, 91.4% - 103%
Serum Plasma (EDTA)
Added Found Recovered Recovery Added Found Recovered Recovery
(ng/mL) (ng/mL) (ng/mL) (%) (ng/mL) (ng/mL) (ng/mL) (%)
- 0.409 - - - 0.484 - -
0.143 0.548 0.139 972 0.143 0.632 0.148 103
0.358 0.746 0.337 94.1 0.358 0.834 0.350 97.8
0.896 1.24 0.830 92.6 0.896 1.33 0.843 94.1
224 257 2.16 96.0 2.24 262 213 95.1
5.60 5.64 5.23 934 5.60 587 5.39 96.3
14.0 13.7 13.3 95.0 14.0 13.3 128 914

- Dilution Test

Two serum samples were serially diluted by 6 steps.
The dilution curves showed linearity with R* = 0.9998 - 0.9999.

Insulin (ng/mL)

Dilution Factor

14.0
eID 7 (serum)
oID 8 (serum)
12.0
10.0 /
y =23.349x + 0.0302
R2=0.9999
8.0
6.0 //
4.0 4~ =
2.0 / o
o i y =7.7901x + 0.0082
* . R2=0.9998
00 @e
0.0 0.1 0.2 0.3 04 0.5 0.6
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5. Precautions
- 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.
- Handle the sample with proper care, being aware that the sample may have an infection risk. This kit contains animal-derived
ingredients.
+ Do not use reagents with different lot numbers together.
- It is recommended to store the sample frozen at -35C or lower if long-term storage is intended. Avoid repeated freezing
and thawing. Thaw the frozen sample just before assay and thoroughly agitate. Prepare the sample before use.
- Do not use a sample with hemolysis or containing high lipid.
- Centrifuge the sample to remove turbidity or insoluble matters where necessary before use for the assay.
- If presence of interfering substances is suspected for the sample, dilute the concerned one at multiple dilution ratios to
check the dilution linearity. Dilute the prepared sample with the Diluent Buffer.
- When allowing the plate to stand in each step, always affix a plate sealer to protect the wells from drying, contamination
with foreign matters, uneven temperature, and evaporation of a dispensed reagent.
- 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.
-+ The materials must not be pipetted by mouth.
- Residual samples and used tips should be sterilized before disposal.
- Dispose consumable materials and unused contents in accordance with applicable regional/national regulatory requirements.

6. Reagents supplied

Components Use Status Amount
(A) Antibody-coated Plate Use after washing 96 wells/1 plate
(B) Human Insulin Standard Concentrated. Use after dilution 50 uL/1 bottle
(C) Buffer Ready to use. 60 mL/1 bottle
(D) Peroxidase-conjugated Antibody Solution Concentrated. Use after dilution. 100 1 L/1 bottle
(E) Luminescent Reagent 1 Mix (E) Luminescent Reagent 1 and (F) 6 mL/1 bottle
(F) Luminescent Reagent 2 Luminescent Reagent 2in 1:1 (vol./vol.) 6 mL/1 bottle
(1) Wash Solution (10x) Concentrated. Use after dilution. 100 mL/1 bottle
(J) Plate Seal - 1 sheet

(D) Peroxidase-conjugated Antibody Solution : Vials contain more than volumes shown in the list. You can easily take out
100 u L, respectively, from vials.

[Storage and Stability]

[(A) Antibody-coated Plate]

If seal is not removed, put the strip back in a plastic bag with zip-seal originally used for well-plate container and store at
2T - 10C.

[(B) Human Insulin Standard (200 ng/mL) ]

Standard solutions prepared above should be used as soon as possible, and should not be stored.

[(C) Buffer]

If not opened, store at 2C - 10C. Once opened, we recommend using as soon as possible to avoid influence by environmental

condition.

[(D) Peroxidase-conjugated Antibody Solution]

If the kit is divided for multiple assays, prepare these solutions just after taking out of the refrigerator, immediately close
the cap tightly, and store at 2C - 10C. Unused working solution (already diluted) should be disposed.

[(E) Luminescent Reagent 1, (F) Luminescent Reagent 2]

If the kit is divided for multiple assays, prepare these solutions just after taking out of the refrigerator, immediately close
the cap tightly, and store at 2C - 10C. Discard the remaining mixed luminescent reagent.

[(I) Wash Solution (10%)]

The rest of undiluted buffer : stored tightly closed at 2°C - 10C. Dispose any unused diluted buffer.

7. Equipments or supplies required but not supplied [ ] Use as a check box
[ 1 Deionized water (or Distilled water). [] Test tubes for preparation of standard solution series.
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[] Glassware for dilution of Wash stock solution (10x) (a graduated cylinder, a bottle). [] Pipettes (disposable tip type).
One should be able to deliver 5 uL precisely, and another for 50 xL- 100 ¢ L, 100 x L - 1000 L.

[]Syringe-type repeating dispenser like Eppendorf multipette plus which can dispense 50 uL. []Paper towel to remove
washing buffer remaining in wells. [] A 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 for
luminescence detection [ Software for data analysis.

8. Preparation of Samples

This kit is intended to measure insulin in human serum, plasma (preferably obtained with EDTA or heparin), culture medium

and tissue/cell extracts. The necessary sample volume for the standard procedure is 5 uL. Samples should be immediately

assayed or stored below -35C for several days. Defrosted samples should be mixed thoroughly for best results.

Hemolytic and hyperlipemic serum samples are not suitable.

% To avoid influence of blood (high lipid or hemolysis, etc.), if your original samples have heavy chyle or hemolysis, do not
use them for 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 test tube using Buffer prior to adding them to wells. Turbid samples or those containing insoluble materials

should be centrifuged before testing to remove any particulate matter.

Storage and Stability

Insulin in samples will be inactivated if stored at 2C - 10TC. If it is necessary to store sample in refrigerator (2C - 10TC), add
aprotinin at final concentration of 100 KIU/mL - 500 KIU/mL (KIU : kallikrein inhibitor unit).

If you have to store assay samples for a longer period, snap-freeze samples and keep them below -35C. Avoid repeated
freeze-thaw cycles.

9. Preparation of Reagents

@ Bring the reagents to room temperature (20C - 25C) about 2 hours prior to use.

@ Reagents described as “Use after dilution” in [6. Reagent supplied] shall be prepared as follows.
@ Prepare reagent solutions in appropriate volume for your assay. Do not store the diluted reagents.

[Concentrated reagents)

[(B) Human Insulin Standard (200 ng/mL) ]

Make a serial dilution of master standard (200 ng/mL) solution to prepare each standard solution (0.0381 - 20 ng/mL).
% Unit reduction for xIU/mL is 26 IU/mg. (Refer to 2. Introduction.)

Volume of standard solution Buffer Concentration (ng/mL) Concentration (xIU/mL)*
Original solution : 10 L. Nul 20.0 520.0
20.0 ng/mL solution : 50 uL 125 uL 5.71 148.6
5.71 ng/mL solution : 50 u L 125 uL 1.63 4245
1.63 ng/mL solution : 50 u L. 125 uLL 0.466 12.13
0.466 ng/mL solution : 50 uL 125 uLlL 0.133 3.465
0.133 ng/mL solution : 50 u L 125 uLL 0.0381 0.9901

0 (Blank) 125uL 0 0

[(D) Peroxidase-conjugated Antibody Solution]

Prepare working solution by dilution of (D) with the Buffer (C) to 1 : 100.

6 mL of the diluted solution is enough for 96 wells.

[(E) Luminescent Reagent 1] & [(F) Luminescent Reagent 2]

Mix Luminescent Reagent 1 and Luminescent Reagent 2 in 1 : 1 (vol./vol.) and incubate for 15 - 30 minutes before use.

Keep in the dark. Dispose any unused mixed luminescent reagent.

6 mL of the diluted solution is enough for 96 wells.

[(I) Wash Solution (10x)]

Dilute 1 volume of the Wash Solution (10X ) to 10 volume with deionized water (or distilled water) to prepare working
solution. Example : 100 mL of concentrated Wash Solution (10 %) and 900 mL of deionized water (or distilled water).

10. Assay Procedure
Remove the cover sheet of the Antibody-coated Plate after bringing up to room temperature.
(1) Wash the (A) Antibody-coated Plate by filling the wells with 300 uL of washing buffer and discard 4 times (% @),
then strike the plate upside-down onto several sheets of paper towel to remove residual buffer in the wells.
(2) Pipette 50 uL of (D) Peroxidase-conjugated Antibody Solution to all wells. Shake the plate gently on a plate shaker (%(®).
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(3) Pipette 5 uL of standard solution to the wells designated for standards.

(4) Pipette 5 uL of sample to the designated sample wells.

(5) Shake the plate gently on a plate shaker (% ®).

(6) Stick a Plate Seal (*@®) on the plate and incubate for 2 hours at room temperature (20T - 25T).

(7) Discard the reaction mixture. Rinse wells by filling the wells with 300 #L of washing buffer and discard 4 times (*@),
then strike the plate upside-down onto several sheets of paper towel to remove residual buffer in the wells.

(8) Pipette 50 uL of mixed luminescent reagent to all wells, and shake for 1 minute using a plate shaker (% ®2).

(9) After agitation, determine the luminescent intensity using a 96-well microplate reader (for luminescence measurement).
It is recommended to perform the measurement 10 to 20 minutes after addition of the luminescent reagent.

%k Refer to 14. Summary of Assay Procedure for notes of * (@, %@ and *®).

11. Technical Tips

- 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.

- 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.

- Optimally, the reagent solutions of the kit should be used immediately after reconstitution. Otherwise, store them in a
dark place at 2T - 10T.

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

- Dilution of the assay sample must be carried out using the Buffer provided in the kit.

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

- 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.

- When ELISA has to be done 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.

12. Calculations

(1) Prepare a standard curve for each assay. Prepare a standard curve using ay logarithmic section paper by plotting RLU
(Y-axis) against insulin concentration (ng/mL) on X-axis.

(2) Using the standard curve, read the insulin concentration of a sample at its RLU, and multiply the assay value by dilution
factor if the sample has been diluted. Though the assay range is wide enough, in case the RLU of some samples is higher
than that of the highest standard, please repeat the assay after proper dilution of samples with the Buffer.

- We recommend the use of 3rd order regression curve for log-log plot, or 4 or 5 parameters method for log-normal plot in

computer calculation.

1000000

100000 /

10000

1000

100 _ /

10
0.010 0.100 1.000 10.000 100.000
Human Insulin (ng/mL)

RLU (x100) /IBlank
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13. Trouble Shooting
- Low RLU in all wells
Possible explanations :
1) The standard or samples might not be added.
2) Wrong reagents related to luminescence might have been added. Wrong dilution of Peroxidase-conjugated Antibody
Solution.
3) Contamination of peroxidase enzyme inhibitor (s).
4) Influence of the temperature under which the kits had been stored.
5) Excessive hard washing of the well plate.
6) Addition of luminescent reagent soon after taking out from a refrigerator might cause poor luminescence owing to low
temperature.
- Intense luminescence in all wells including blank
Possible explanations :
1) Improper or inadequate washing. (Change washing frequency from 4 times to 5 - 6 times at the constant stroke after
the reaction with Peroxidase-conjugated Antibody Solution/sample.)
2) Too high incubation temperature. Adjust the temperature to 20C - 25C.
- 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 there contains liquid in 96 well-plate when I opened the box. What is it?
A-2 : When we manufacture 96 well-plate, we insert preservation stabilizer in wells.

14. 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 room temperature at 20C - 25C for 2 hours.

[] Wash Solution (10x) must be diluted to 10 times by deionized water (or distilled water) that returned to 20T - 25C.
[] Human Insulin Standard dilution example :

Original solution

10 ul 50 L 50 L 50 pL 50 L 50 ul
90 pL 125 ulL 125 uL 125 L 125 L 125 ul
Concentration ) 5.71 1.63 0.466 0.133 0.0381

ng/mL

[] (D) Peroxidase-conjugated Antibody Solution : Dilute to 100 times by using (C) Buffer and use.
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OO0 0o odoo0odgaon

Antibody-coated Plate

| Washing 4 times (@) *(@
Peroxidase-conjugated Antibody Solution 50 uL
| Shaking (*®)

Samples/Standards 5ul

| Shaking (@), Incubation for 2 hours at 20C - 25C. (Standing (*®))
Mix (E) Luminescent Reagent 1 and (F) Luminescent Reagent 2in 1:1 (vol./vol.)

and incubate for 15 - 30 minutes before use. Keep in the dark.
} Washing 4 times (@) %@
Mixed luminescent reagent 50uLl

| Shaking for 1 minute (% @)

Measurement of luminescence intensity.
It is recommended to perform the measurement 10 to 20 minutes after addition of the luminescent reagent.

* (DAfter dispensing wash buffer to wells, lightly shake the plate on your palm for 10 seconds and remove the buffer. Guideline
of washing volume : 300 uL/well for an automatic washer and for a pipette if the washing buffer is added by pipette. In
case of washing by using 8 channel pipette, sometimes the back ground tends to be high. If so, change washing frequency
from 4 times to 5 - 6 times at the constant stroke after the reaction with Peroxidase-conjugated Antibody Solution/sample.
Standard of plate-washing pressure : 5 - 25 mL/min. (Adjust it depending on the nozzle's diameter.)

% (@)Guideline of shaking : 500 rpm - 1200 rpm 3 times for 10 seconds.

% (3Seal 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.

%k WAfter removal of wash buffer, immediately dispense the next reagent.

Worksheet Example

Strip 1&2 Strip 3&4 Strip 5&6 Strip 7&8 Strip 9&10 Strip 11&12
A 20.0 ng/mL Sample 2 Sample 10 Sample 18 Sample 26 Sample 34
B 571 ng/mL Sample 3 Sample 11 Sample 19 Sample 27 Sample 35
C 1.63 ng/mL Sample 4 Sample 12 Sample 20 Sample 28 Sample 36
D 0.466 ng/mL Sample 5 Sample 13 Sample 21 Sample 29 Sample 37
E 0.133 ng/mL Sample 6 Sample 14 Sample 22 Sample 30 Sample 38
F 0.0381 ng/mL Sample 7 Sample 15 Sample 23 Sample 31 Sample 39
G 0 (Blank) Sample 8 Sample 16 Sample 24 Sample 32 Sample 40
H Sample 1 Sample 9 Sample 17 Sample 25 Sample 33 Sample 41

—7/16 —



Assay Worksheet

15. Storage and Expiration

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

LBIS™ Human Insulin ELISA Kit (Luminescent)

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

[Package] For 96 tests

[Cat #] 290-89201

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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5 EmilllE 4 HR 3 HmEE
/1D Samplel Sample2 Sample3 Day/ID Samplel Sample2 Sample3
(ng/mL) (ng/mL) (ng/mL) (ng/mL) (ng/mL) (ng/mL)
1 584 0.980 0.207 OHH 5.52 0472 0.742
2 592 0.943 0.210 1HH 572 0.469 0.723
3 5.79 0.962 0.207 2HH 5.55 0467 0.785
4 591 0.940 0.201 3HH 5.55 0.440 0.772
5 5.74 0973 0.201 mean 558 0462 0.756
mean 584 0.960 0.205 SD 0.090 0.015 0.028
SD 0.078 0.018 0.004 CV (%) 16 32 37
CV (%) 1.3 1.9 2.0
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- 0.409 - - - 0484 - -
0.143 0.548 0.139 97.2 0.143 0.632 0.148 103
0.358 0.746 0.337 94.1 0.358 0.834 0.350 97.8
0.896 124 0.830 92.6 0.896 1.33 0.843 94.1
2.24 2.57 2.16 96.0 2.24 2.62 2.13 95.1
5.60 5.64 5.23 934 5.60 5.87 5.39 96.3
14.0 137 133 95.0 14.0 133 128 914
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- R¥ v MIELISA E0s %6 T L), 2B EEO T TITHAT I v, ATFEHRETNET ABICIIERYy T4 v 7

PEDEBVED R E L2 F S THHT & v,

MM OISR v M EREIE TS ISR, PRERAE R E BITOTTF S v,

CHIEEE TN VT T v, Ak y boRIED ST By L BEEL SIS LA IRE B IKEKR TS

W T EOIRSIEZ TV, BERYA RO T U TEZZIFTF S,

CARF Y PR L TO AT TIIREREEZ LW T FE W,

CAREHRIOTERY T YT LBEWT FE W,

-0y FFEHFOE)RELZEETHDLEVTT SV,

CRRITRGDOEREDSH L2 DO L LTRMEREL T > TTF SV Ry v MIBWHEOE G2 EA TV E T,

AEHFE A OB, M L 72 B VIR L U CBEE LT o LB L 72BR, I L 22 HE 0 <0 SR BRI

FAd O 3 TR izt OB E W I B HIEDOEA - THEELTF SV,

5. FOR s
Ui AT K& 7 =
(A) Antibody-coated Plate st 7
. 3 YR 11 x 12 1
HOKERIET L — b Y RE g UE] 96wells (8 ) 1R
(B) Human Insulin Standard e
B A YA AL 50ul 1R
(C) Buffer
s e e D 60mL 1
P 2FEL 3| mL 14
(D) Peroxidase-conjugated Antibody Solution I
D 7 B LA 100uL /174
(E) ;jrgi;;zclent Reagent 1 6mL 1 %
L - P (E) & (F) % 1:1IC5RiRAHIN
uminescent Reagen
- L 71
St 2 6ml. <14
(1) Wash Solution (10x) et
s s s, 1 L1
EHRE (10%) R 00mL 14
(J) Plate Seal B
TU—hrT— 14

Ao % eth & A7 15 ik]

(A) PifkEH{ET L — b
KR (GEREER- 72REETY — VA AL TV W) JURBEMILA MY v FIEFEHO Y vy T3 — o8y 2 IZREL,
ZOFF2C~10CTHREFELTFE W,

(B) ¥ A v AV H#EE (200ng/mL)
Fo b eSEUCTHERT2BIEMH T A2 EMNCHEE L DI HLAFEE L, B OB ERICR S 2N CHEBICHE
ZLoph D, 2C~ 10CTHRELTT Ve HML 2 SEEREIIE DI L, BEEXLZVTT S,

(C) #BfEl Ry (E) FadE 1, (F) FLaldE 2
—HOBWE AT Z2BILERLI VDL LOOREZOFHIIRL, KRYFZRIRS Z2WTHELIZEEZ Lo2 ) Mo,
2C~10CTHRAF L TF S\,

(D) RVF F v 5 — AR
Fyu MESHELUTHEATABIARIGISEHE X VI B UAPGRR L, R0 OFRIZERIRS LW THBIZHELY Lo
0 LMD, 2C~ 10CTHRELTT S, R OFPUAABIIEELTT S,

(1) ki (10x)
TeiFiE (10%) ZAFETHHEE, B2 Lo EHD, 2C~ 10C THRAEL TT S MHTE D O 7 BUE AL 5E
FELTFE W,

6. %y PUSHCRERERE [F=v 27X b
CIREOK GREAK)  DREEEEATUTRERE s el (X220 vy —-v—h— K [OF v 75iexy
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P EWETF Yy P TOUL ZIEMICERY T4 V7 TELHD, RO50ul ~ 100 #L, 100 uL ~ 1000 uL % IEFEIZE XY 5 1
VY TELDD) [HHESMEY XY M (6] Eppendorf @ multipette plus), 50 uL Z#ifiETE 50 [IR—I5—F F )b
FOWKEDDHZH O PEEHEICT LV — MR- 72 a2 W) <) DR (Vortex 74 7)) OxA47v87Lb— MiEH %
(500rpm ~ 1200rpm) [196 7 = V7L — MG (BT FELY) F2@3EEY sy 6 72 v7FL—1F)—%— (5
FEM) OF—288EHY 7 by =7

7. BA DR

ARFE v MIe ML F 23S (EDTA 20308 VISR L F9), Bk filmbmbo s 20 v &2lEL

E3

IR BB ICHEWIRIL, 8 L7z e M F 72 3mEE T LT S v,

- L 25k Ro Jek I HE R 45 2 A B S IZ RIS Z OB A MR L T T S vy,

CBRARIERIAE S CICET 52 —3B5TCTLUTF THAMRIE L TF S\vo 83U L 22BAIZIE 3 2 Bl e LA i L <
TR #E0 KL OBEERR I CTF X v, ELWLEEESHO N WERICAY F5,

<RI L 7R BRI D 2 W T S v,

NI S D2 (BIRY - B Z30H13 2 5 EMRATOIRYE (FLY) - BIlLASE WA REMEIEORN & 72 5
EHHY ETTOTABIHHL R WTT 0,

WY RORED O B BB iEm 0 a s CHRERIIE ISV TT S v,

- WEPE OB EED LRI, F—BREICBWT, B2 5 28, U MU EOFRRCTHNERME 2 MR L TF v,

R EFERT DA H O, LoREE (PP, PE) 5% W GREE AR LIE Y = MIZHELTF v, BAARIZ
JHEERE L CTF v,

(Betho % seth & A7 5 k]

A VA VBRSO T T T — O X 22 5720, FRILFIZHREEE 2 100KIU/mL ~ 500KIU/mL @7 7 aF =~
ERMLUTCHRETS2 L 2BEOLET, T, RIMNCRAET 25461, —BCUTTOHRMREZHERLE T, MOELD
HORERIA LT TF X v, (KIU : kallikrein inhibitor unit)

8. MIED MW

%y P ORILBAINCLFEE (0T~ 250) WRLTFEV @RS HZTT).,

*5.C [0 T & 52RBIHRILETOF TORETHIATE T, [FREMIN] £b5 OO0 THFROE
HCHBL TS0,

* WIS LE A FEFREEHRLTF SV (SRBERICRBHOADET S0,

[0 & e k]

(B) & b A YA U#E#EN (200ng/mL) ; BdEdiREsR
(B) & bA A VEEHER (200ng/mL) (FiK) & (C) Bz flio CEMEREZFHRLTF SV, Fitid—#Td,
¥ uIU/mL #5513 26 IU/mg T1ioCBV ET (A bay s v a r&iK)

B O = (C) HeAiE B (ng/mL) % (uIU/mL %)
B R 10 uL Nul 20.0 520.0
20.0ng/mL ¥ 50 u L 125 uLL 571 148.6
5.71ng/mL & 50 uL 125 uLL 1.63 4245
1.63ng/mL ¥ 50 u L 125 uL 0.466 1213
0.466ng/mL & 50 u L 125 uLL 0.133 3.465
0.133ng/mL & 50 u L 125 uL 0.0381 0.9901
0 (Blank) 125 uL 0 0

(D) SV F F 35— B EYURATR
100ul ZF5HIMTE Lmax TREL TV FE 3, B E (C) AT 100 f5I2AML TTF 3w,
(E) k3 1 R T¥ (F) JatdE 2
S % 15 5~ 30 i, (E) 5863 1 RO (F) R 2% 1:1 (vol. : vol.) TRELTFS W, ffiHT2F
THEHBLTBWT TS, HHAKY ORAWIIFEIEL TFE v,
(1) ¥ (10x)
P (10x) =R b S NzREK (FBRK) TLRCHERLTTF S v,
Bl 0 100mL OFEEHE (10x) + 900mL DOREHAK (FEEAK) (96 7 = V& TEMHT L4

9. sEdRiEik
PR IRVE 2 IR0 BT RIZNET A RIEZ AL > THEL TF &vy
(A) PURBEHIL 7T L — b Y —iZ, 7L — FPRFICRRITR S THOLHBR L TF S0,

—12/16 —



1) HOHLOTRL WA LKLY 2 VW2 L4 REE (x@) LET, TOBR—N=FF VR EDETTL—bai
Bl BAMEDIFLEICLTY o VIR iz a9,

(2) % 2 M (D) NV FF 3 ¥ —VEEAHUREREZ 50uL T LE T, ¥4 2787 L— MEE D B & h VT (%
@) LT,

(3) FEHEGHME 7 = VICKIRE OB 2 5 uL MEL 9

(4) BpRE Y = VIHRZ Sul $2 L 5,

B) 4277 L—MREIBLZEFHOTHEE (x@) LT,

6) 7L—by—nzBY, EiE (20C~25C) T2HEMEE (@) LEd.

(7) BSHET th BUST A2 35 CTOEl 2 &7 = VI Ly 4 mIgkE (@) LET. TOHB R—NX—F I NGO LTI L —
@S2l BAMEDIFL L)L T o VIR 2z B E 5,

8) B 2 WICIREL7HEAEZS0uL 200 ELT T, 470 7L —MEEIEREEZMNWT 1 5H#EE (x@) LTI,

(9) #m~4 70 7L - HZL— ) —F— CGEREIEHE) TREREZIEL 7,
FOCRAIERINE. 105~ 20 5O TUET L L Z2HERL I,

(@), (@), (@) 1. 12 WEFNEMEL F 2y 7 ) XA M2 TBHT S0,

10. #F5

(1) g (R gl 2 VR L F 97 MR 502 i U X dl 2 B AR (ng/mL). Y $li 2 5OCBE OB 7 5 7 21k
W LTFE W,

(2) BEHEMHRE X D . MIROFOEREIC RIS S 5 (ng/mL) % HAHD 3,

S MR D FEEHREE AL HE MR TOEHREE & D A28 (C) MBI CEMERICHBE LEENE 2 EE L TTF v,

SEHEITIE, SIRSER T T4 F 23519 A—F—DiHEZBEDHLET.

1000000

100000 '///.

10000

1000

100 __‘//

10
0.010 0.100 1.000 10.000 100.000
Human Insulin (ng/mL)

RLU (x100) /IBlank

77 7 IR C 9 (LR, WERBIIC IV EHL £3),
%7 L — 1) — % —{Z Infinite £200 (TECAN) % fiiH]

11. ’S TN a—F4 V7L Q&A
cFTRTOYT 2V TORIBAHHN
FHRELTEZbNhLZ L

1) B RBAR O ANEN,

2) FEIT T 5 IR O ANEN,

3) FEICITBEM S 2 I O 38 2 R A R B K,
4) NV F T ¥ —EHERIEROR A

5 F v MEEEEORE SBHR L%

6) 7L —  OEFE 2Pk,

7) FERM O ML DM > 726
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- /MR TORIE (0.0381ng/mL) OFGHE (RLU) X079 v 7 RLUED E L %5

FERELCTEZONLZ L

DAY, AREETH o7 (N F 37— B EPURETL R & BOBHE O PEEINIEL 4 0l % [6] Uit# T 5 b~ 6 M2

W LTF3W,)

- EERE (CV) 9kEW

FHELTEZLNLT L

D) WP Y, RNEeTH-o 7,

2) e SRR, T 3RIKOBIENATE S TH - 72 (FHRRIKOBIRIZTE AT TF &),

3) ¥Ry T4 BN —ETIE o7,

cQ1:Fy MINELTCHHATAEZENTEETHR?

Al:TEF9, L= PRGN BHY— LV EZ AN Y TOMICF>THy ¥ =L ETHVEELCTITRHHT S, fIHL
BT L= ME Y=zl 2IRECTH IR IZHRE LT & v,

cQ2: L=V LSY 2 VOFITHEAEDSA > TWE LA T A ?

A2 IR R EWATIHE L TH ) 9,

12. W TR L F = v 7Y A b

P HERGHIIE 2 —5t U ORIRSME, B, W5k 2 MR e E 2 1T o TR S\

Iy z v 7 L=, lEHZ IR (200~ 25C) WKRLTTF v, FhbiCX 2 P28 %
LI oA il S 7R RK T 10 FEICHRL TF S v

CEREEG DA (F) © KL S 7R EE T, HRLTF S v, ¢

AR
10 L 50 L 50 L 50 1L 504L 50 4L
90 uL 125 ul 125 ul 125 uL 125 uL 125 ulL
R
2y 20 5.71 1.63 0.466 0.133 0.0381

LIVt & ¥ & — Bl G PR O RN
AL S MR T 100 f5ICAHML TT v,

B BT TSR ON IS B

O HukBEML7 L — b
O ek all  (EMRZE. 0B IS KRORESE) *(D
[0 VA Y ¥ — B aHukE S0uL
mEE *@
O Mk F7213 v Mo v R VR 5uL
O L, SR (20C~ 25C). 2 BRI BUS. s %@, %03
0 Hib L7z (E) BHEREL R (F) 5538 #E2%1:1 (vol.:vol) TRALTFZ v,

S 5155~ 305 iR TBWT FEVvy,
O g4l (SRR HHI58ERE % ) *(D
O setats SDl
EEE P *@
- ROLHENE

10 0~ 20 2O THET 5 2 & 2HRL 5.
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(xQ@) HEHE 7 2 VIHER. FOOLOETIORIZER IR BEFEL T3, 4 BIEFRRGHR, ==+ )V I T L —
PRSI L TSP A ERICBRELE T, IWIFEBEEROZBRIHER L CROBEZEHITMEL 3. S
YRy NCRINT ABOMWBERZE300ul /72 VT H—. m/MEEEREE (00381ng/mL) ® RLUME L D
7527 RLUMBENE L B3R RFED 128 LT, NVt F 27— BREEHURET Wik & SUS O P 5
AW ZEFCEHETS B~ 6 MIZHWP LTINS Ww, FL— MEFERIMHOYE&DOETHEZE 5mL %~ 25mL 4 (/
ANVDOFICEVELRY FT) TTo BN BOWMOTEEDOAR T 2 VO V& IITHEELTF S0,

(@) 3o %% 500rpm ~ 1200rpm-10 &/, 3 [l

(%@®) HEHRTHETL— P —LEIYEELTT S,
TL— b= VIIHREREZFA LT, KiEmZ 7L — MU LTI TT S, =B L7V — b —IVidH

FHLZNWTT 3,
T—ry—1 ()
Strip 1&2 Strip 3&4 Strip 5&6 Strip 7&8 Strip 9&10 Strip 11&12
A 20ng/mL etk 2 etk 10 ol 18 Motk 26 Hefk 34
B 571ng/mL etk 3 etk 11 T 19 Motk 27 efh 35
C 1.63ng/mL Motk 4 Kotk 12 Tefh 20 Motk 28 Hefk 36
D 0.466ng/mL el 5 Motk 13 Metk 21 Fefh 29 Motk 37
E 0.133ng/mL etk 6 etk 14 Hefhk 22 Hetk 30 Hefk 38
F 0.0381ng/mL etk 7 Hefk 15 Hefhk 23 Motk 31 Hefk 39
G 0 (Blank) etk 8 Hefk 16 Hefk 24 Hefh 32 Hefk 40
H Mk 1 e 9 Hefk 17 Hefk 25 Motk 33 Motk 41

13. ¥ v b OfH4F L I

Fv MI2C~1W0CTHRAEL TF 3V (B REEE) o MR OM X 2RI L 2T TS v, R LEREIIOEFL

TiE RERBICX YV BEZZT2WREND ) TTOTRODOTHHZHIEL £
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[0 5E 441

G

tlill==2) [z H]
[y FE5] [ I R )
(%]

[R5 4] LA™ v MM 2y v ELISA v b (58%)
[fita—F]  290-89201

=5 LBIS™ Human Insulin ELISA Kit (Luminescent)
(i) 2 ~ 10CHRAE

[ I I R ) T ROVIZELE

[m2] 96 [A1 H

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