FUJIFILM M

For Research Use Only. Not for use in diagnostic procedures.
Code No. 296-89301 (96 tests)

LBIS™ Mouse/Rat Insulin ELISA Kit (Luminescent)

Please, read this instruction carefully before use.

1. Intended use
LBIS™ Mouse/Rat Insulin ELISA Kit (Luminescent) is a sandwich ELISA system for quantitative measurement of mouse/rat
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, 1st 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™ Mouse/Rat 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 0.0391 ng/mL - 20.0 ng/mL.

1 TU=0.038 mg, 26 IU/mg
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- Precision of assay (Within assay variation) - Reproducibility (Between assay variation)
3 samples, 5 replicated assay 3 samples, 4 days, assayed in triplicate
Mouse™ Serum Mouse™ Serum
Samplel Sample2 Samplel Sample2 Sample3
n/ID (ng/me) (ng/fnL) Day/ID (ng/ran) (ng/fnL) (ng/ran)
1 523 0.776 Day 0 248 0.664 0.175
2 527 0.768 Day 1 252 0.642 0.171
3 5.36 0.844 Day 2 2.55 0.618 0.160
4 538 0.782 Day 3 242 0.621 0.163
5 5.35 0.809 mean 249 0.636 0.167
mean 531 0.795 SD 0.056 0.021 0.0069
SD 0.065 0.031 CV (%) 2.2 33 4.1

+ Recovery Test
Standard insulin was added in 6 concentrations to 3 samples and were assayed.
The recoveries were 93.3% - 97.7%, 93.8% - 97.8%

Mouse™ Serum Mouse™ Plasma (EDTA)
Added Found Recovered Recovery Added Found Recovered Recovery
(ng/mL) (ng/mL) (ng/mL) (%) (ng/mL) (ng/mL) (ng/mL) (%)
- 0.294 - - - 0.346 - -

0.256 0.544 0.250 97.7 0.256 0.592 0.246 96.1
0.640 0.891 0.597 93.3 0.640 0.949 0.603 94.2

1.60 1.85 1.56 975 1.60 1.85 1.50 93.8

4.00 4.05 3.76 94.0 4.00 4.26 391 97.8

- Dilution Test
Two serum samples were serially diluted by 3 steps.
The dilution curves showed linearity with R* = 0.9932 - 0.9994, R* = 0.9912 - 0.9998.

Mouse Rat
9.00 9.00

@ Serum sample (ID 6) ® Serum sample (ID 15)

8 ® Serum sample (ID 7) 8.00 ® Serum sample (ID 16)

7.00 7.00 y =15.731x- 0.0288
y =15.594x- 0.0976 R%2=0.9998
6.00 R?=0.9994 6.00
- =
= £
5 5.00 = 5.00
c =
c £
= 4.00 5 4.00
2 2z
~ 300 y =3.626x +0.0382 3.00 y = 3.6878x- 0.0138
R?=0.9932 R2=0.9912
2.00 2.00
1.00 1.00
0.00 0.00
0 0.1 0.2 0.3 0.4 0.5 0.6 0 0.1 0.2 0.3 0.4 0.5 0.6
Dilution Factor Dilution Factor

% : Mouse : Male CD-1 (ICR), Rat : Male Sprague Dawley

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.
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- 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) Mouse/Rat 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) Mouse/Rat 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 (10x)]

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

[ ] 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 5 uL precisely, and another for 50 uL - 100 «L, 100 « 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. [1 A 96 well-plate reader for
luminescence detection [ ] Software for data analysis.
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8. Preparation of Samples

This kit is intended to measure insulin in mouse/rat 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 - 10T. If it is necessary to store sample in refrigerator (2°C - 10°C),
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. Reagents supplied] shall be prepared as follows.
@ Prepare reagent solutions in appropriate volume for your assay. Do not store the diluted reagents.

[Concentrated reagents)

[(B) Mouse/Rat Insulin Standard (200 ng/mL) ]
Make a serial dilution of master standard (200 ng/mL) solution to prepare each standard solution (0.0391 - 20.0 ng/mL).
% Unit reduction for xuIU/mL is 26 IU/mg. (Refer to 2. Introduction.)

Volume of standard solution Buffer Concentration (ng/mL) Concentration (xIU/mL)*
Original solution : 10 uL NOulL 20.0 520
20.0 ng/mL solution : 50 uL 75uL 8.00 208
8.00 ng/mL solution : 50 uL 75uL 3.20 83.2
3.20 ng/mL solution : 50 uL 75uL 1.28 333
1.28 ng/mL solution : 50 uL 110 uL 0.400 104
0.400 ng/mL solution : 50 u L 110 uL 0.125 3.25
0.125 ng/mL solution : 50 u L 110 uL 0.0391 1.02

0 (Blank) 110uL 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 washing buffer (10x) and 900 mL of deionized water (or distilled water).

10. Assay Procedure

Remove the cover sheet of the anti-Insulin-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
(%2).

(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 - 25C).
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(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 #L of mixed luminescent reagent to all wells, and shake for 1 minute using a plate shaker (#%®).

(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 2C - 10C.

- 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 Kkit.

- 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 two-way 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

RLU(x100) ZBlank

1000

100
0.0 0.1 1.0 10.0 100.0

Std.(ng/mL)

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).
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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 20C - 25C.
[ ] Standard mouse/rat insulin solution dilution example :

Original solution

10 pL S0 pL S0 pL S0 L S0 L 50 L 50 L
Buffer Buffer Buffer Buffer Bufferl Bu.ffer Buffer
90 pL 75 uL 75 uL 75 L 110 uL 110 pL 110 pL

Concentration 20.0

ng/mL 8.00 3.20 1.28 0.400 0.125 0.0391

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

| Shaking for 1 minute (*(2)

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

[] Antibody-coated Plate
[1 | Washing 4 times (%) * @)
[ ] Peroxidase-conjugated Antibody Solution 50uL
[J | Shaking (*@®)
[] Samples/Standards 5uL
(1 | Shaking (#*@), Incubation for 2 hours at 20T - 25C. (Standing (*®))
O 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.
[1 | Washing 4 times (k@) *@
[] Mixed luminescent reagent 50 uL
(]
(]
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* (D After 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.)

% (2) Guideline of shaking : 500 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.

% (@ After 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 1 Sample 9 Sample 17 Sample 25 Sample 33
B 8.00 ng/mL Sample 2 Sample 10 Sample 18 Sample 26 Sample 34
C 3.20 ng/mL Sample 3 Sample 11 Sample 19 Sample 27 Sample 35
D 1.28 ng/mL Sample 4 Sample 12 Sample 20 Sample 28 Sample 36
E 0.400 ng/mL Sample 5 Sample 13 Sample 21 Sample 29 Sample 37
F 0.125 ng/mL Sample 6 Sample 14 Sample 22 Sample 30 Sample 38
G 0.0391 ng/mL Sample 7 Sample 15 Sample 23 Sample 31 Sample 39
H 0 (Blank) Sample 8 Sample 16 Sample 24 Sample 32 Sample 40

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™ Mouse/Rat Insulin ELISA Kit (Luminescent)

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

[Package] For 96 tests

[Cat #] 296-89301
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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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ARIHARRARETY, FHZHAE L TERATZZEA,

Code No. 296-89301 (96[E1F)

VEZ™M2IR/59 M VAY Y ELISA v b (RER)

L.4rvva¥%yr2vav
AR VRO T VN AR (BEE) O BHIRA 50w SN D RIVE VT, 4 Tald 5800, S 54 fHEDEHE
T9o A6-All, A7-B7. A20-B-19 TSSH#EZBM L. MRS IE Zn OFETE L 2 WHE KBTI 2 BARZ B L £ 925
FRETZn A ET Tl Zn 2 E &L 6 2R2 B L 3,
B WA, DB EE AR T T 2%, FNENICRO L) RIEHZ R L E 9.

BF 2 70 a—7 v aBdetE, EEamARE, BRI G BARE, BRI OfRHE, HEpEE .

A B 73 2 BER. K OMIBEE R, 7Y a—7 U ARARE, SEEABRE. &I

BRBGALRE © 7V a— 2 oMfaEE B R, BRIER & e
AVA) ZIZHIBNTIAREO 70 AL Y A YO TEE S NI2H. SSHEGDTER S, BESMRICL 2 HEELSBIZ T
C-RTFFELVAY UH5HELET,
*WHO iZk h 4 ~» 2V »® 1st International Standard. 1986 & LT 26 IU/mg (0.038mg/IU) ®OR# G 24 L T F 3,
FIREIC ¥4 A 2122\ Ist International Standard. 1986. 25.7 IU/mg. 7% 4 » A1) ~ st International Standard.
1986, 26 IU/mg #2372 L9 12% ) F L7z, b FOBE, WHAICHVWONRETOT, TRIIAHLETE FOBKRKETO
WEM D U THRHAT L HHMEFTTH, B TIIER TR HBENTL L ),
RO XIS Y 2) Yide T2 TU/mg. 72 C257 IU/mg. 74 C26 IU/mg &%->TCWETOT, KIFFEZE D
326 U/ mgFEETHLEEZTORVTLE ),
AKEy MIXTA/Tv M UVA) Y EEENICMET 572004 ¥ M4 v FRRBIENEETT. KF v MIEIZHIHIC
HWabZ L TEEEA MFROARITHHT S v,

QUMD E

- ATUS K3 2 B T

XU A/ Ty MEFEEMAE (EDTA £721 308 VIMAEZHEIE L F97). K2 g, Mlafisioho 1 v 29 v &l
LEd,

CE KRR EEEREEIE S ul) THIETRETY,

“1F Y MEI T ZLTT,

CETORBIIBEWS L 7T,

2. 105 JE B

K¥x v MIRVF F 27— BRGPURGBTL. N, BIREZIA v A V& 7 u—F WHRENL~A 7 a7 L — 17 2 b
HFT2RMA v FaxX=PFLET, Vo VHFORNFF Iy —VEELZMET LI EICL), BRIEKFOSTIZX /Ty ML VR
VUDOBEERDDLIENTET T, FOERE RLU) 34 2 A) VIBEICIZITE L F 9, Bk REEICH L TRLREZ
Tuy b UEHEMMR A ER L. Z OB & R T ORESTE SN T T,

3. % v b oTERE

+ 0 5 A P
<~YA/ Ty MM YA Y% 00391ng/mL ~ 20.0ng/mL O#HIPHATHETE 7,
1 1U=0.038mg, 26 IU/mg

- KEERER (7 v kA4 NEE) - BBRE (7 v A M)
IEHMFICRRZREDAL VA V2B L 7z ERWME SR BREDAL  2) Y E2FRMU 3WA%E 4 HE 3
2 Wtk 5 wE (=7 AMiF") FPE (=7 AMIE")
Samplel Sample2 Samplel Sample2 Sample3
n/ID (ng/iiL) (ng/fnL) Day/ID (ng/f)nL) (ng/fnL) (ng/f)nL)
1 523 0.776 Day 0 248 0.664 0.175
2 527 0.768 Day 1 252 0.642 0.171
3 5.36 0.844 Day 2 2.55 0.618 0.160
4 5.38 0.782 Day 3 242 0.621 0.163
5 5.35 0.809 mean 249 0.636 0.167
mean 531 0.795 SD 0.056 0.021 0.0069
SD 0.065 0.031 CV (%) 2.2 33 4.1
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- URIIEDIGRER (IR M & 721 MR IS 3 2 B 4 RIED A ¥ 2 Y 2@ L 7235E)  [IPERIE 93.3% ~ 97.8%

~ v AIEH LG < ZIEF 4 (EDTA)
Added Found Recovered Recovery Added Found Recovered Recovery
(ng/mL) (ng/mL) (ng/mL) (%) (ng/mL) (ng/mL) (ng/mL) (%)
- 0.294 - - - 0.346 - -

0.256 0.544 0.250 97.7 0.256 0592 0.246 96.1
0.640 0.891 0.597 93.3 0.640 0.949 0.603 94.2

1.60 1.85 1.56 975 1.60 1.85 1.50 93.8

4.00 4.05 3.76 94.0 4.00 4.26 391 97.8

RERME (Y 2 F 72135 v PIEWMLEICR 2 BHED A ¥ 2 ¥ &RINL 7 2 Bofk % M 00 2R 57 T 3 BEREAR LillE)

Mouse Rat
9.00 9.00
@ Serum sample (ID 6) ® Serum sample (ID 15)
8.0 ® Serum sample (ID 7) 8.00 ® Serum sample (ID 16)
7.00 7.00 y = 15.731x- 0.0288
y =15.594x- 0.0976 R2=0.9998
6.00 R*=0.9994 6.00
= =
= £
S 5.00 = 5.00
c E
£ 4.00 £ 4.00
2 2
~ 300 y =3.626x + 0.0382 3.00 y=3.6878x-0.0138
R%2=0.9932 R2=0.9912
2.00 2.00
1.00 / 1.00 /
0.00 0.00
0 0.1 0.2 0.3 0.4 0.5 0.6 0 0.1 0.2 0.3 0.4 0.5 0.6

Dilution Factor Dilution Factor

*<%YA:CD1 ICR) &. v b:SD &

4, THHNIC CHRE X 20ER Lot ¥ F RS

- ELISA 3 REIC X W 8 2 £ 9 MEifE @ UoEiroRiE © 200~ 25C (EBALFEf vy Fax—%
WILE) ZRESF LT RSV, F/z, il (=73 oAb ET) @ 04m/sec YL, R 30% A DO BEE T O E LT T
TEV, RL2ET. WEERMEZEE : 04m/sec Db, JBEE 30% ARim OB T THEIMT 25A 121, FFEGE, 71— b
VN ETHIEICMA, TROLD R HEE THEHT S v,

Bl) 4 FaN=FN, BIEUAF O — VEFENTHERKS S S 5%, MERORBERMICI VR ENRRLLEE0H Y

FTITOT, FEIEBHVWEDLET IV,

B ATy T TOFEKICKIIE, 7 o Vol BYoRA, BEORY . MEREOREEZDILT L5, LT T - —
VR S TF X,

AR LRI AR ES VI IR EDTTCT RV, 1 Y2 V1 Fy 7OTHHEBED LT T,

SR L 2BLXRAWIZI TNV T L — MHHT AT TIOLZHIFTRELTT SV,

« R¥ v MIELISA OO0 R & T L2, 723 BEEO T TCITHEAT SV, AFERETHET 2BICIIEXRy 74 v 7
B OTIRMED LR E L2 B THHT S v,

- MEARAR OISR F v MRERIZ TS, IREE. REEHARE FIZOTTF & v,

R E L IRV T T S v, KEyEy oSN - T, Hy O B, RESIINS LA E B ISKEKTES
IRV T HEOREE 2TV, LDELZEARIEMOT L TEZITTF S v,

ARF Y FEMH L TSI TIIAERE 2 L 2T TS0,

CRFHRIOTERY T4 Y LBEVWT FE W,

- Ty FEFOE)REL ZRETHDLRVTTE W,

CRRIZBGEOERELS B L2 DO L LTRSEREL TN o> TTF SV RF v MIBWHROB G2 EATHE T,
AEHE A OB, M L 72T BRI VIR E L U CBEEE LT S v ALH L 72BR, I L 22 I HE <0 SR BRI
FAd O 3 NI IR Mzt OB E W I B HIE DO LA - THEIELTF SV,
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5. Hikin

R B R OE 7 =

(A) Antibody-coated Plate s s

. 3 P RE XD 11 x 12 1

BORERIET L — b Y RE g UE] 9%6wells (8x12) 14
(B) Mouse/Rat insulin Standard e,

MR Ty b A YA SR 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 /14
(E) ;jrgi;;zclent Reagent 1 6mL 1 %
L - P (E) & (F) % 1:1IC5RiRAHIN

uminescent Reagen

- L 71

FaE 2 6mL 714
(1) Wash Solution (10x) 140

s s s, 1 L1

e (10%) AR 00mL 14
(J) Plate Seal

TU—hFT— 14

Ao % eth & A7 15 ik]

(A) PUkEH{ET L — b
KR (BHEIREEZ RS ZIREBTY =V E2FB LTV 2w) JUREMEA M)y TREHROY vy Ty —no8y ZIZRL, £
DFF2C~10CTHRELTTF SV,

(B) %A /9y M v A1) iE#EE (200ng/mL)
Fv b B L CHEHT BT 2 ERNICHEEEL DI MUARFRL, R0 OFRIERRICR S 2V THELICHEY
Lonh o, 2C~10CTHRAELTTF SV, MM EEEREIZEDICHEA L, REZLRVTT W,

(C) BEWRG (E) 5Ot 1. (F) FtikdE 2
—EBOBEHE T LML ERI VP LLZOORENOFHIIB L R IHHIR S 2VWTELIZEE Lo2 ) Mo, 2T
~10CTHRAFEL T E W,

(D) RIVFF 5 — EREEPRAR
Fv badBE L CHERTABIEAREICEHEE L VBRI LARRARL, ) 0OFEIIERIIE S 2VWTHLIZELZ Lo,
DEMD, 2C~10CTHRAEL TP E WV, KD OFPUEABITBEEL TF S,

(I) Pl (10x)
e (10x) 2T 55, F2 Lo O, 2C~ 10CTHRAEL TF v, AR D O A T 5
LTF3W,

6. ¥y PUAHNCREZRE [F=v 7V AL

(IR SK (ZRRRK)  DEEMEEW AR RS LB A R (XA ) v — - E—h— ) [OF v 7RPAE Ry
b (FVIECTF Y 7 THuUL ZIEMEICERY T4 V7 TED DD, LU50uL ~ 100 uL, 100 uL ~ 1000 u L # IEFEICE R Y 7 1
YITELLO) [HfmEgiEYXy (6] Eppendorf @ multipette plus), 50 uL ##fE5ETE& 550 [INR—=3=FF )L
FEOWAKMEDH 2 H D (PRFHRICT L — MR- 2l A ) k<) DS Vortex ¥4 7)) x4 2707 L — MREHH
(500rpm ~ 1200rpm) [196 7 = V7L — b HEER (I F L) FAEEPYy 67 v7L—hM)—F— (3
SR OF =48ty 7 vy =7

7. RO

KEy ME<xv R/ 5y M T 7212004 (EDTA F203~08) VidE2 4% L $97), 2 g, fiwho (4 >~ 2)

YEMEL T

- BARIEEE I VERIL, L 72~ A /Ty MG F 72 3R EH L TF S v,

- MU 7 BRI AE R 55 2 (3 2 BRI BRI I 2 OB R FERR L T S v

S BRI ERIGE S CICE S B2, —35CLUF THiiBRAF LT F 3o Bl L 7B IE 3 2 BT IS # ol L7 i3k L T
T &, M0 E L OBGERF T CTT 3w, IELWRESHSNRVEIRICR Y T3,

I L 7R B IR E AR D R T S v
I O (RIRE - WS Z23H 2 2 ERETOIRE (FLY) - B WEE R EMEEEORKN & 2 53

EVH Y TTOTHEIHH L 2T T S,
<80 R ORNED D & % BAKIE D BEE TREZRIZEICH VT S v
S WIEWHOENEED L BRI, F—BERICBW T, 825 2 K4 ¥ UL EORRETHREREZ HEEL TH S v,
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R ERRT 2481 HO5»LOREE (PP, PE) 2V TEREFR AR LME Y = VIZ3ELTFE v, BEamRix
MR L TT 3w,

(e o e e Tk & PA7 i ]

AR VHRBEREO T T T — YoM E WA 5720, BRI IR A 100KIU/mL ~ 500KIU/mL &7 7'1a F = »
ERMLTHRET LI A2BEDLET, £/, RINCRET L2581, -3BbCUTTORRKRELMHITLE T, #.ELD
HURE BRI BEL ) CF X v, (KIU : kallikrein inhibitor unit)

8. I D

*F v FORFEIZMHFICLTER (20C~25C) IWRLTFEWw QKHMIHEZTY),

¥5. T [ZO X IMH] LH2RFEEIRIRZOETIORETHHATE I, [HRERUEAH] LH25DIZOVTIRTROE
HTHELTT S,

*PE I LELGLETHEZHBL TT I (TAPRBEIEBHVWEDET I W),

[ & 7z sk 5]

(B) *=9A/Fv A YA “F#EM (200ng/mL) © EEHE T ER

(B) Y%A/ Fv b YA EH#N (200ng/mL) (J5K) & (C) $RARE % i THEMEREZHEL TPV, Fatlid—
BITdo ¥ ulU/mL #5813 26 IU/mg TroTBNET ([ huy s a &)

BRIEF OB & (C) Mty = (ng/mL) IR (uIU/mL %)
PR 10 uL 90 uL 20.0 520
20.0ng/mL & 50 1 L 75uL 3.00 208
800ng/mL i 50 uL 75uL 3.20 83.2
3.20ng/mL ¥ 50 uL 75uLl 1.28 33.3
1.28ng/mL i 50 uL 110 uL 0.400 104
0.400ng/mL ¥ 50 uL 110 uL 0.125 3.25
0.125ng/mL ¥ 50 uL 110 uL 0.0391 1.02
0(Blank) 110 uL 0 0

(D) NV F ¥ 7 — BHEGHUARER
100 uL 25 HMTE 2% TREL T 9. @i 2Z (C) HREH T 100 F5IZHMLTF S,
(E) FOLEEE 1 RO (F) Fouats 2
FER$ % 150~ 30 77Ric, (E) FEikEE 1 KUY (F) FEkFE2%21:1 (vol. : vol.) TRALTFE W, HT2ET
WL TBWTT S, MKRY OREGWIIBEIZLTF S v,
(I) ##E (10x)
P (10x) 2RI N72HERK GERAK) TLRFICHRL T S v
B+ 100mL OWEFE (10x) + 900mL DFFRAK FERAK) (96 7 = VAETEMEHT 256

9. e BAETE

PEEHRIEZ IR0 BRTICRICHOIET A REZHD > THELTTF v,

(A) PUERBEAHIETL—=1rD Y =ik, 7L — PP RGICERIE > TROHFLTF S0,

1) HH2COMP LR RE L7 2 VW2 L 4AH%EE (x@) LET. TOBRN—N—F I VLD ETTL— Mo
HIZL, BRMMEDITAIHIICLTY 2 VI -2 B & 9,

(2) %722 (D) RVFF T F—EREEPARE S0uL 3§20 LT T, vf7u7L—MEEIBHREZHOTHEE (@)
LE9d,

(3) MM FHE Y 2 VK IREOEER % 5ul HFEL 3,

(4) BRlES = VICkik%E 5ul 390 L3,

6) ¥4 7u7L—HMEEIHLEEZHCTHEE (x@) LET,

(6) 7L—bhy—EMD, Fil (20C~25C) T2HM&EE (x@) LIT,

(7) BOBHET % BOS A 3 TS A &7 = VICHiZz Lo 4 ks (@) LET. Z0HB R=X—FF VAR EDLTTL—
FEFEIZL, BLIPEDITFL LT LTy 2 VIS AE Y BE 3,

8) £ 2 WICIRAE LR EREZO0uL §2o5ELET, 42707 b —MEEIHRREZTWT L HEERE (x@) L
T3,

(9) W< A 707 L—MHSL— M) —¥— GEOLNEM) TELEEZMEL T,
FEAIRIMNE. 1055~ 20 5OBITHET 52 L 2L T3,
(@), (@), (%®) 1. 12 WETFMEMELF v 2 ) A MEITSHT S0,
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10. FF5

(1) W B 2 e L F 97 M5z i L X iz s s (ng/mL). Y & 3860 E o 7 7 2 1k
HLTTF &,

(2) FEHEAR L . BRAKROIEHEEEICHIE T 2E (ng/mL) ZimAYD 9,
FARARD TR BE HSEHE HARFEOEHREE K D AN 7235613 (C) MRS RIS LHEIE 2 925 L T S v,
AP TIX, 3IKSERTAIZ4FTE5 5 X7 —DfiHZBEDHL T,

1000000

100000

10000

RLU(x100) ZBlank

1000

100
0.0 0.1 1.0 10.0 100.0

Std.(ng/mL)

7T 7 RT3 (BRI, MEBRBEICI D ABLET),
% 7L — M) — ¥ —1Z Infinite 200 (TECAN) % i/

1. 9TV a—F 4 V7 & Q&A

CFRTOY 2 )V TORIEAFG

FHELTEZLNLT L

1) A SRk AUsN.

2) FEITBME T % IR O ANEN,

3) FENGICBEMES B BRIEIE O Y 38 2 R AR B,

4) RIVFF 5 —VEREFEAEA DR A

5) v MEFREORE (M L2%E).

6) 7L — b DBRE %

7) FEHRBEOIE DA - 726

- /MR TORIE (0.0391ng/mL) D% GHE (RLU) X 79 v 7 RLUED E L %5
FHRELTEZONAZ &

PREHAME Y, RNEETH o720 (RVFF T F—BREEGIUR R L KIS % OGR4 8% [/ Uit# < 5 [\~ 6 [ <
LTTFEW,)

- AR (CV.) 2AKkEw

FHELTEZOLNLT L

D) HEIAREY, REeTHho .

2) RS REHINY. FMIKOBIESAT G TH o 72 GFRIAOBIFIIFT /AT > TTF & W),
3) ¥Ry T g v BN TR o 7

Q1 Fy MIFHLTHEAT LA TEETH?

Al:TEFT., 7L—HMIHONBHY —VEZA M)y TOMICZSTH Yy ¥ — ETHVEELTIHHF S v, ML

BT L= ME Y=zl 2IRETHEEICRE L TTF & v,
cQ2: FL—bFEROVHLZSY 2 VOHIZHEEDS A > TOE L2 T A ?
A2 D IMFIRRIC IR EWATIHE L TH ) 9,
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12. W FMEHEEF = v 7Y A b

P ARG E 2 — 3 L CBRIRSE, @St e 5k 2 MR SR E 2 1T o TTF S\

Oy = v L— b, AEBEZTHICENR (200~ 25C) WWRLTTF &, SiRbICX 2 IFHH 8%
LIS oA - Rl S 7AFEOK T 10 5ICAHRML TF S v,

CIEHE R oA (B1) @ Kb SR EE T, HRLTF S v,

ARG
10 uL 50 pL 50 pL ' 50 pL 50 pL 50 uL 50 L
EER EE EER EER EER BER EER
90 ul 75 L 75 ul 75 ul 110 L 110 uL 110 L
BaEE
ng/mL 20.0 8.00 3.20 1.28 0.400 0.125 0.0391

RV F 27— B EHTRER AR
Al S N72RRMH T 100 5 1AL TF S v,

A BRAETE BB OV B

O YUkREMILT L — b
O Ik 4m (GRS, B HICRORIEGE) *D
O Rt 27— BREAETURAR 50 uL
1 | #e *@2)
O Bk 3 72/ 59 b R VE#ES, 5ul
O L ##E /il 20C~25C). 2BERMBUG. HhE %2, %3
O Fimfb L7z (E) ZFOEEEE L KUY (F) 3EA#E 22 1:1 (vol :vol) TRALTTF SV,

3 51550 ~305 Bl TBW T FEWy,
O Ik 4m (PR, EHISRERE L 5 *@
[ FotakdE 50 uL
O #1550 *(2)
O FE R L 2

1055~ 20 O THES 5 2 L ZHRL 5,

(%x@) HEWZE T 2 IVIHER. FOOLOETI0IIEBR IR BEREL T3, 4 MEHEERGGHR, X——=FF V7L —
PEAMSXICL TP ERGFREEEICBREL T, R EBROTZRICER L CROBBREEHIIMEL T3, PR
YRy NTRMT ABEOWERZIE300ul /7 2 VT F—. /NI (0.0381ng/mL) ® RLUMEX Y
75 27 RLUMBEAE L 5B EED 1 D& LT, NVt F 27— BREEHURET Mk & BSOS 0 g 5
4% Uitd 5\~ 6 MIZHPR LT FE v, F'L— MESFRIHEAOYEOFE ) H %S 5mL 4~ 25mL 4 (/
ANVOFRIZEIVRZY FF) T FE—SUSHEOHMBIOWEEHFEOAR T 2 VDT> & IITEFELTF E WV,

(%@) #¥E H%E 500rpm ~ 1200rpm 10 #RH. 3 I,

(@) WHRTHTL—F Y —VEHDHELTT SV,

TU— b= VIRERZ LT, SR Z 7L — ML TR TR v, —FEfH L7V — by — VIR
HHLZWTT R,
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7—2y—1 (H)

Strip 1&2 Strip 3&4 Strip 5&6 Strip 7&8 Strip 9&10 Strip 11&12
A 20.0ng/mL et 1 WMotk 9 ek 17 Tefh 25 ek 33
B 8.00ng/mL Toefh 2 Hefk 10 Tk 18 Hefh 26 etk 34
C 3.20ng/mL Tefh 3 Fefk 11 Tk 19 N etk 35
D 1.28ng/mL Tl 4 Mok 12 Hefk 20 Hefhk 28 ek 36
E 0400ng/mL ek 5 Mok 13 Motk 21 etk 29 Motk 37
F 0.125ng/mL Motk 6 Mok 14 Fefh 22 ek 30 oA 38
G 0.0391ng/mL Motk 7 Mok 15 Btk 23 etk 31 oA 39
H 0 (Blank) Motk 8 N Fefhk 24 Fefh 32 A 40

13. % v b OB L BB
Fv MI2C~1W0CTHRAE LTI 3V (SRS o MWD E - RIEIIFH L 2T TS v, B LEREIIOEFL
TiE, RERRBICK D EEZZT 2 TRENH ) FTOTROOTHH 2L 7,

[ 5E 441

G

(i sE ) [z H]
[z 7] (IR

(%]
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(55 44]
[f1yt2 — F]
[eEFE]
(7]
[T RR ]
(2]

Lezx™<owmz /959 M v Z2Y ¥ ELISA ¥ v b B8t

296-89301

LBIS™ Mouse/Rat Insulin ELISA Kit (Luminescent)

2 ~ 10CH1F
T X)L

96 Il

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

— 16/16 —

-
Z

=)

2404KA1



