FUJIFILM M

For Research Use Only. Not for use in diagnostic procedures.
Code No. 292-89901 (96 tests)

LBIS™ Mouse Insulin ELISA Kit (High Specificity)

Please, read this instruction carefully before use.

1. Intended use

LBIS™ Mouse Insulin ELISA Kit (High Specificity) is a sandwich ELISA system for quantitative measurement of mouse
insulin (this kit can restrain cross reactivity with proinsulin and assay insulin specifically). This kit is intended for research
use only.

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 animal.

3. Assay Principle

In FUJIFILM Wako Pure Chemical Corporation’s LBIS™ Mouse Insulin ELISA Kit (High Specificity), biotinylated anti-insulin
antibody, and standard or sample are incubated in monoclonal anti-insulin coated wells to capture insulin bound with
biotinylated anti-insulin antibody. After 2 hours incubation and washing, HRP (horse radish peroxidase)-conjugated streptavidin
is added, and incubated for 30 minutes. After washing, HRP-conjugated streptavidin remaining in wells are reacted with a
TMB Solution for 30 minutes, and reaction is stopped by addition of acidic solution, and absorbance of yellow product is
measured spectrophotometrically at 450 nm. The absorbance is proportional to insulin concentration. The standard curve is
prepared by plotting absorbance 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 78 pg/mL - 5000 pg/mL.
- Specificity
The antibodies used in this kit are specific to insulin. Cross-reactivity of the kit is shown below.

Substances Cross-reactivity Remarks
Mouse C-peptide - At 50 ng/mL
Mouse proinsulin Less than 5% At 50 ng/mL

Rat insulin + At 10 ng/mL

Human insulin + At 10 ng/mL
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- Precision of assay
Within assay variation (2 samples, 8 replicates assay), Mean CV was within 10%.
- Reproducibility
Between assay variation (3 samples, 4 days, assayed in triplicates), Mean CV was within 10%.
- Recovery test
Standard insulin was added in 4 concentrations to 2 serum samples and were assayed.
The recoveries were 96.4% - 102%.
- Dilution test
2 serum samples were serially diluted by 3 points.
The dilution curves showed excellent linearity with R* = 0.9989 - 0.9998.

5. Reference Assay Data

Mean Insulin assay value : 1.59 ng/mL - 3.83 ng/mL, SD : 0.622 ng/mL - 2.11 ng/mL

Mouse strain : C57BL/6, KK-Ay, BALB/c, ICR, 7 - 8 w males and females, ad libitum feeding

Number of animals : 8 - 12 / subspecies, serum or plasma

These data should be considered as guidance only. Each laboratory should establish its own normal and pathological reference
ranges for insulin levels independently.

6. Precautions

- For professional use only, beginners are advised to use this kit under the guidance of experienced person.

- Do not drink, eat or smoke in the areas where assays are carried out.

- In treating assay samples of animal origin, be careful for possible biohazards.

- This kit contains components of animal origin. These materials should be handled as potentially infectious.

- Be careful not to allow the reagent solutions of the kit to touch the skin, eyes and mucus membranes. Especially be careful
for the Stop Solution because it is sulfuric acid. The Stop Solution and the substrate solution may cause skin/eyes irritation.
In case of contact with these wash skin/eyes thoroughly with water and seek medical attention, when necessary.

- Avoid contact with the acidic Stop Solution and TMB Solution, which contains hydrogen peroxide and tetramethylbenzidine.
Wear gloves and eye and clothing protection when handling these reagents.

- The materials must not be pipetted by mouth.

- Unused samples and used tips should be rinsed in 1% formalin, 2% glutaraldehyde, or more than 0.1% sodium hypochlorite
solution for more than 1 hour, or be treated by an autoclave before disposal.

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

+ Use clean laboratory glassware.

- 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.

- ELISA can be easily affected by your laboratory environment. Room temperature should be at 20C - 25T strictly. Avoid
airstream velocity over 04 m/sec. (including wind from air conditioner), and humidity less than 30%.

7. Reagents supplied

Components Use Status Amount
(A) Antibody-coated Plate Use after washing. 96 wells/1 plate
(B) Insulin Standard Concentrated. Use after dilution. 500 uL/1 bottle
(C) Buffer Ready for use. 60 mL/1 bottle
(D) Biotin-conjugated Antibody Solution Concentrated. Use after dilution. 200 uL/1 bottle
(E) Peroxidase-conjugated Streptavidin Solution Concentrated. Use after dilution. 200 uL/1 bottle
(F) TMB Solution Ready for use. 12 mL/1 bottle
(H) Stop Solution Ready for use. 12 mL/1 bottle
(1) Wash Solution (10x) Concentrated. Use after dilution. 100 mL/1 bottle
Plate Seal - 3 sheets

[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) Insulin Standard]

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

* Unit reduction for uIU/mL is 26 IU/mg.
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[(C) Buffer] & [(F) TMB Solution]

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

[ (D) Biotin-conjugated Antibody Solution] & [(E) Peroxidase-conjugated Streptavidin Solution]

Unused working solution (already diluted) should be disposed. The rest of the undiluted solution : if stored tightly closed at
2T - 10TC.

[(H) Stop Solution]

Close the stopper tightly and store at 2°C - 10C.

[(I) Wash Solution (10x)]

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

8. 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 5uL
precisely, and another for 50 uL. [ ] Syringe-type repeating dispenser like Eppendorf multipette plus which can dispense 50
uL. [J 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 washing bottle with a jet nozzle. [ ] A 96 well-
plate reader (450 nm * 10 nm, 620 nm : 600 nm - 650 nm) [] Software for data analysis.

9. Preparation of Samples

This kit is intended to measure mouse serum, plasma (heparin is recommended for plasma), culture medium and tissue/cell

extracts. The necessary sample volume for the standard procedure is 5uL. Samples should be immediately assayed or

stored below -35C for several days. Defrosted samples should be mixed thoroughly for best results. Do not repeat freeze-

and-thaw cycles.

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. Abnormal value might be obtained with hemolysis above 40 mg/dL with this kit.

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 samples will be inactivated if stored at 2°C - 10°C. 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.

10. 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) Insulin Standard]

Make a serial dilution of master standard (5000 pg/mL) solution to prepare each standard solution.
% Unit reduction for xIU/mL is 26 IU/mg. (Refer to 2. Introduction.)

Volume of standard solution Buffer Concentration (pg/mL) Concentration (xIU/mL)

Original solution - 5000 130
Original solution : 50 uL 50uL 2500 65

2500 pg/mL solution : 50 u L 50uL 1250 325

1250 pg/mL solution : 50 u L 50uL 625 16.3

625 pg/mL solution : 50 u L 50uL 313 813

313 pg/mL solution : 50 u L 50uL 156 4.06

156 pg/mL solution : 50 uL 50uLl 78 2.03
0 (Blank) 50uLl 0 0

[(D) Biotin-conjugated Antibody Solution]
Prepare working solution by dilution of (D) with the (C) Buffer to 1 : 100.
10 mL of the diluted solution is enough for 96 wells.
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[(E) Peroxidase-conjugated Streptavidin Solution]

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

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

[(I) Wash Solution (10x)]

Dilute 1 volume of the concentrated Wash Solution (10%) 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).

11. 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 washing buffer and discard 4 times (*(D), 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) Biotin-conjugated Antibody Solution to all wells. Shake the plate gently on a plate shaker (¥*@).
(3) Pipette 5 uL of sample to the designated sample wells.
(4) Pipette 5 uL of standard solution to the wells designated for standards.
(5) Shake the plate gently on a plate shaker (*®).
(6) Stick a Plate Seal (*®) on the plate and incubate for 2 hours at 20T - 25C.
(7) Discard the reaction mixture and rinse wells as step (1).
(8) Pipette 50 uL of (E) Peroxidase-conjugated Streptavidin Solution to all wells, and shake as step (5).
(9) Stick a Plate Seal (*®) on the plate and incubate the plate for 30 minutes at room temperature.
(10) Discard the reaction mixture and wash the plate as step (1).
(11) Pipette 50 uL of (F) TMB Solution to wells, and shake as step (5).
(12) Stick a Plate Seal (*®) on the plate and incubate the plate for 30 minutes at room temperature.
(13) Add 50 uL of the (H) Stop Solution to all wells and shake as step (5).
(14) Measure the absorbance of each well at 450 nm (reference wavelength, 620 nm) immediately using a plate reader.
%k Refer to 15. Summary of Assay Procedure for notes of *@, *@ and *®.

12. 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 kit 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 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.

- 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.

- 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.

13. Calculations
(1) Prepare a standard curve using semi-logarithmic or two-way logarithmic section paper by plotting absorbance™ (Y-axis)
against insulin concentration (pg/mL) on X-axis.
% Absorbance at 450 nm minus absorbance at 620 nm.
(2) Using the standard curve, read the insulin concentration of a sample.
* 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.
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Mouse Insulin assay standard curve (an example)
Absorbance may change due to assay environment.

14. 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 Solution, 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 Solution or
Peroxidase-conjugated Streptavidin Solution.
4) Contamination of peroxidase 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 TMB Solution soon after taking out from a refrigerator might cause poor coloration owing to low temperature.
- The OD of blank is higher than that of the lowest standard concentration (78 pg/mL)
Possible explanation :
Improper or inadequate washing. (Change washing repetition from 4 times to 5 - 8 times after the reaction with
Peroxidase-conjugated Streptavidin Solution.)
- High coefficient of variation (CV)
Possible explanations :
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.

15. 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.

[ Wash Solution (10X ) concentrate must be diluted to 10 times by deionized water (or distilled water) that returned to
20T - 25TC.

[ ] Insulin Standard dilution example :

Concentration (ng/mL) 5000 2500 1250 625 313

Std. solution (uL) Orig.sol.  Orig.sol. 50 50* 50* 50* 50* 50*
Buffer (uL)

*One rank higher standard.
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[1(D) Biotin-conjugated Antibody Solution : Dilute to 100 times by using (C) Buffer returned to 20°C - 25°C.

Antibody-coated Plate

| Washing 4 times (*@) HE)
Biotin-conjugated Antibody Solution 50uL
| Shaking (*@)

Samples/Standards S5ul
| Shaking (*@), Incubation for 2 hours at 20C - 25°C. (Standing (*@))

(E) Peroxidase-conjugated Streptavidin Solution
Dilute to 100 times by using (C) Buffer and use.
(Dilute reagents during the first reaction.)

| Washing 4 times (*() 6

(I B I e O B A

0

Peroxidase-conjugated Streptavidin Solution 50uLl
| Shaking (*@), Incubation for 30 minutes at 20T - 25C. (Standing (*®@))

| Washing 4 times (*@) 6
TMB Solution

(After dispensing, the color turns to blue depending on the concentration.)

! Shaking (*2), Incubation for 30 minutes at 20C - 25C. (Standing (*@))

Stop Solution
(After dispensing, the color turns to yellow depending on the concentration.)
! Shaking (*@) Immediately shake.

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

50uLl

50uL

O o o o odgogao

* (MAfter 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 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.)

* @Guideline of shaking : 600 rpm - 1200 rpm for 3 times for 10 seconds.

% (®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.

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

% (5 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 5000 pg/mL Sample 1 Sample 9 Sample 17 Sample 25 Sample 33
B 2500 pg/mL Sample 2 Sample 10 Sample 18 Sample 26 Sample 34
C 1250 pg/mL Sample 3 Sample 11 Sample 19 Sample 27 Sample 35
D 625 pg/mL Sample 4 Sample 12 Sample 20 Sample 28 Sample 36
E 313 pg/mL Sample 5 Sample 13 Sample 21 Sample 29 Sample 37
F 156 pg/mL Sample 6 Sample 14 Sample 22 Sample 30 Sample 38
G 78 pg/mL Sample 7 Sample 15 Sample 23 Sample 31 Sample 39
H 0 (Blank) Sample 8 Sample 16 Sample 24 Sample 32 Sample 40
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Assay Worksheet

16. 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 loss in
optimal assay performance caused by storage environment.

LBIS™ Mouse Insulin ELISA Kit (High Specificity)

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

[Package] For 96 tests

[Cat #] 292-89901

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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(B) 4 ¥ A1) B,
Fy MegELTHEATABIBAT2EMNCEEEL DI B LARTRL, R OB RERIE S 2VWTESICEH
LoD E MO, 2C~10CTHRAALTF SV MM A-SEBEERIZEBICHEH L, RFEEILAVTTFE W,

(C) B (F) TMB A
— BB FHTL2BELERI VDL LZO0REZHOEZIIEL, RO IIERIEILVTELIZEZ Lo o,
2C~10CTHRAELTF &y,

(D) U F VEAPURABIRTY (E) VA F IV —VEAEA ML T FTE Y VB
Fv b2 E LU THRTABIIATFICEHEE L DI I LARFRL, R OFBIEERIE SRV TELIZELY L
2D EHD, 2C~10CTHRIEE LT v R D OB ABITEERE L TF S,

(H) JOies: ik i
TR 2T A8 B2 Lonh EHD, 2C~ 10CTHRELTTF S v,

(1) ki (10x)
e (10x) Z2RAETAHHEE. FEZ2 Lo LD, 2C~ 10C TR L TF v, I ) O RGE A PLE 35
FELTFEW,

7. %y FPUSHMCREERER [Fxzvy 7Y A Db

(8K GERAK) DEEEEGRIIREE DOREEaRAY s 288 (XA ) v ¥ — - = — k) [OF v 75
WERy b (FWETT Y 7 TOul ZEMICERY T4 VX TE550, ROS0ul # EMICERYy T4 V7 TEA5L0)
(R EY Ry + (] Eppendorf @ multipette plus). 50 uL Z#fiETE 250 [R—1—F FIVEORAEDH 5 B
O (BFEBRICT L= MR- 22 B DO#E#ER (Vortex 4 7) O~vA427u7L—MEE D% (§600rpm ~
1200rpm) [J96 7 = V7 L — M HEEHE (HILIFFE L) T3y % 7z v7L— M) —%— (450 = 10nm.
620nm : 600nm ~ 650nm) [J7—FEHHAY 7 b7 =7

8. BRI DIHER
AKFy MI< T AMIE E 723 (~A8) VISR HEREL £9), FiaE ki Ml o4 220 Y2 lEL 9.
BRI ERIGE S CICHES B2 —35CLUF THEERAE L TF 3o B L 72MRIZIIE § 2 AT ISR ol L 70 ISR L C
T R L OUFERIIET T S ve IELWRERPRONZWERIZZY) $9
L L 72 R R IR E AR IS D R T T S v,
MRy DRE (RIRE - B 23059 2 BICEREPTORE (FLY) - A WOEE I BEMELEORK L & 21
APHY FTOTWRICHHLEVTFE V. AF vy FOYH, L 40mg/dL ML ETRENBN T T,
<) ROANEN D & % BARIE D BESE TREAZRIE ISV TT S v,
- WiEWHOE D LR, W—BARICB T, B%25 2K, ¥ U EORRE CHPREMEZ MR L TF S v,
AR ZANT 561 52 LOMBESF 2GR THRLIE Y = VIZHEL TF S v,

(Mt D22 5e Mk & PRA7 )7 1:]

A YA VHRBEREO TR T T — YoM E 2 W2 5720, BRI KAEHEE A 100KIU/mL ~ 500KIU/mL ® 7 71 F = »
ERIMLCHRETAC L2 BEOLET. 2. RMICHEETALA1E. -BCTUTTOHBREZHERL T, BVELD
FG EPZBE T CF 2 vy, (KIU : kallikrein inhibitor unit)

9. PR

* %y b ORITMAFICLTER 20C~25C) IWRELTFEw QEMMVISHZTT),

%6. T [ZOF M| LHrRBIRENMBELOTIORETHATE I, [HRBHEH] £HLIDICOVTRTHROE
FHTHEL TSV,

FPEICLER ST REZTHRLTF SV (TAPZEICEBHVWELETFEW),

[ & 7z ad 5]

(B) A ¥ AV VHEHE ; BE TR
(B) 4 v &) vl (5000pg/mL) (5iE) & (C) M A > CHEEEREZFE L TTFS v, Tilld—fT3,
¥ uTU/mL #8513 26 TU/mg TIT->TBH T (A > ruasyr v a vBiH)
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B O = (C) Al =% (pg/mL) WE (uIU/mL %)

S - 5000 130

S HE VAR 50 u L 50ul 2500 65
2500 pg/mL ¥ 50 uL 50uLl 1250 325
1250 pg/mL ¥&3 50 u L 50 ul 625 16.3
625 pg/mL ¥ 50 u L 50ul 313 8.13
313 pg/mL & 50 u L 50ul 156 4.06
156 pg/mL ¥ 50 uL 50uL 78 203

0 (Blank) 50ul 0 0

(D) 4 F v HRE

200 ul ZFEGICE B A TIRAL TV E T, BEE (C) BEET 100 F5ICAHML TF v,
(E) RVAX Y F—BHEAA LT LT U Vil

200 uL & FH T X B oA SHAL TV E 3. A (C) ST 100 ISR LTF S,
(1) g (10x)

P (10x) Z i b S N7oREK (K TLHRICHRLTT S v,
1 1 100mL O (10x) + 900mL ORFEIK (FFHAK) (96 7 = VE&=TEEMT 556

10. J0sa Bk

P BEZ IR BHNCRICET 2 RFEEZM L o THELTTF S v,

PUREAMIE T L — b — ik, 7L — FARFICERIIE > THLFRLTTF S v,

(1) 5P LML 2GR ZET VI L4R%EE (xQ) LET, FOBR—I—FF VR EDETTL— %5
WL, BAMEDITFLEHIICLTY 2 VIRl 2z BRrEx 5,

(2) %7z 2 (D) EFF VA PURETZ S0ul §¥2oMELE T, v~4 270 7L — MREISHREZHVTEE (%)
LEd.

(3) BARBIE Y = MKk % Sul @M L £ 5,

(4) FEHEGHIE Y  VICKREOREEE Y Sul $20MEL 3,

6) ¥4 7u7L—HMEEIGLREZHCTHEE (x@) LT,

(6) 7L— by —EHD, Fik (20C~25C) T2HMHEE (x@) LId,

(7) BUSHET . BOBH & 3 TSR &2 47 = VIZhi 7z L4 B (x@) LET. TOBANR—N—=FF N AR EDLTT L —
FPEBEIZL, BLLMPEDITFBEEHIICLTY 2 VIS 2 ZH) & £,

Q) £z, (E) "AVFFIF—EHEAML T I TEY VHERESOuL TO5FLET. 42707 — MEE S 5
LREEFHOCTHEELE T,

(9) FL—bry—EHib, Eii (20C~25C) T30 0 MEE (x®) LET,

(10) BUSHET 5, OB 2 3T 2 &7 = VIZii7z L 4 Bk (@) LET. TOHBAR—INX—FF NG EDLTT L —
P2HSIZL, BAMEDITFLEHICL T o VIR 2 ZI) B & T3,

(11) %7 =2 (F) TMBE#Z 50ul 9207 EL T T, 42707 L — MREI R EZMOTHEE (x@) LI,

(12) L= b= Z00, =ik (20C~25C) T30 7MEE (@) LTI,

(13) & iz (H) efEkwz 50 ul §20E L., ez kL 9,

(14) #H: (x@) . BB~ 2707 L — FNHFSOLER T 450nm (Rl 620nm) TOWOLEZME L 3. AR
600nm ~ 650nm OHPHTHHTE T3,

(@), (%x@), (*x@) F I WEFIEMELF v 7 )X b2 THBRT IV,

11. #F%

(1) W st 2 e L F 3 M EE i L X il % B snigiE (pg/mL). Y #i % WG oML 7 5 7 % M5k
LTF3Wvy,

(2) AR L V. BROWSEEICHHE T 2 E (pg/mL) Z#HmAMY T3,

F ARAR DOWLEEE AT HE HARIOEEE & D 72381 (C) RIS ClEY RIS L ENE %2 £ L TF 3w,

HEEITIE, 3IRSER T T4 F 235N A—F—DiHEBEDHLET.
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TOr 7 7 3EEMREITY (WO, WEBRRICXIVEBLIT),

1.00 ' /

0.10

Abs.(450-620)nm 4 Blank

0.01 '
10 100 1000
Mouse Insulin [pg/ml]

* 7L — b1 — % —13 SUNRISE RAINBOW (TECAN) % fiif

12. b9 TN a—F 4 v 7L QA

cFTRTOYT 2V TORIBAHHN

FEHELTEZONALZ L

1) B R AR ANEN,

2) FZ BT 5 RIE RO ANEN,

3) ST B A SRIE SR OB Y 5E 2 e A AN R,

4) NVF F ¥ — PEEEHEAOR A

5) v MEFHEOEE G LEA).

6) 7L — b OEPE 7% PEi

7) TMB HEB DM 726

- B/ MEHESIGE Y (78pg/mL) @ ODE L ) 75 > 27 ODED E L % %o
FRELTEZONLZ L

VRIFAAE Y, REeTHh 72,

(RVFFVF—BRHEEA I LT MNTEY VB E RIS HEOE N L 4 1% [F CHiE T 5 [~ 8 [ LTTF S w,)
CEERE (CV) BREW

EHRELCTEZONAZ L

D) A Y, REeTH - 72

2) BEHE SR BME ., 72RO AT S TH o 72 (BHFERROBIRIIT 7T TTFEW),
3) ¥Ry T4 v IS~ TIid o 72,

QL Fy MISTEL AT AL TETTN?

Al:TEF¥, 7L—bMCHSNBHY — V2 A M) vy FOMICZESTH Y Y= ETY VL TITHHT S v, fHL

LT U= MEY =V E S 7R THREEICRE LTT v,
cQ2: L= WO H LT 2 VOPIZHAEDBAS TWE L2 T ?
A2 TIPSR L TH ) 5,

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

Py HRBIIE 2 — 58 L OBRIRGlt, et e 0k 2 R ERIE 2 7o TTF S\

Iy =7 L=, AERZTHICER (200~ 25C) WKRLTTF v, FhbiCiX 2 P 8%
Ol (10x) oA Rifb SRR T 10 B5ICAMLTTF v,

(R oM (B) © Bk nz (C) BEHE T, HRLTF S v,
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REERRIRIR

50 L 50 uL 50 L 50 uL
BREAR EER EER TBEDR BER
[t 50 uL 50 pL 50 uL 50 pL
ARBE
pgmL 5000 2500 1250 625 313

Cle F U EHURER ORI © il S 7R T 100 f512ARL TTF S v

B BRI T IR O B R
PURREMIE T L — b
VPR 4 I (BREHRBR R B IR ORIESTE)
Yot F UG EHURE IR
B
BARF 72134 ~ A1) R g,
VR Kl (200~ 25C). 2 BERIBUE. EHE

50 pL 30 pL

BER R
50 pL 50 L

156 78

* (D
50uLl
*(2
S5ul
*@2), *Q

NVAF T —ERHEA LT P TEY VEROMN Fifb ENEEHE T, 100 B5ICAHML TF v,

0

0

0

0

0

0

S RO B A ST S

O Lok 4l GEMERER. 151 kORI

O RUFFTF—EHEA ML T MTEY VBT

O L. SR (200~ 25C). 30 SIS M

O Lk A (EER LR, 11T TMB i HHE)

. TMBHE TMB HHRIES RT3 = & 2 iR
SR, BT LY

O L. SR (200~ 25C). 30 SHIS. M

o Sk RIS X RE
SR, B L BB

O L (IR

0

EHICWOEENE (FEPEE 450nm. ElJ%E 620nm : 600nm ~ 650nm)
RIERIE 7L — MEAOHNEEZ2F vy eV L ET

*(D
50uL
*@, %@
* (D

50uL
*@2), *©
50uL

*(2

(@) B E Y = VICHER. FOOLDOETIORIZEBR IR BEL T3, 4 BERLEHE, R—X—=FF NV T L —
bW S LT &I A S 2ICBRE L E 3. RIFEREABROEZRICER L CROBHRAEHIIHELE T RIFHR
ZERY FTHRMT2BOMWREHZIE300ul /7 2V T H—. F/MEMERERIEE (78pg/mL) O ODfEL ) 7'
Y27 OD A EL B AEE MBI T ED 1 2L LT, "UFFIF—EHEA LT M7 EY VB E SR OB
A% RFECHETS B~ 8P LTT X, FL— Mt IHHOSA O H4E 5mL /4~ 25mL /45
(JAVOFEIZEVERY FF) T, F—HBOWROEGORT 2 VO 2 & ITEBELTTF SV,

(@) #H¥EDHZE 600rpm ~ 1200rpm-10 FH. 3 [\,
(@) BHRTHTL—F Y —LEIEDEHELTTF SV,

TL—= b= VIIRERZ M LT, WA E 7L — ML TR TT S v, —EMEHLZTL— MY — Vi3

EHLZWTT S v,
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J—27 33—~ (#))

Strip 1&2 Strip 3&4 Strip 5&6 Strip 7&8 Strip 9&10 Strip 11&12
A 5000 pg/mL Beik 1 Btk 9 Wtk 17 Btk 25 Btk 33
B 2500 pg/mL Befk 2 BRAER 10 Bk 18 Btk 26 BRAk 34
C 1250 pg/mL BReAk 3 Bk 11 Befk 19 wtk 27 Btk 35
D 625 pg/mL BRAk 4 Btk 12 Ak 20 Btk 28 Btk 36
E 313 pg/mL WAk 5 Btk 13 Befk 21 ) Brefk 37
F 156 pg/mL WAk 6 Btk 14 etk 22 Hefk 30 etk 38
G 78 pg/mL BRAR 7 Btk 15 Btk 23 Hefk 31 Btk 39
H 0 (Blank) BAk 8 Btk 16 Ak 24 Hefk 32 Bk 40

14. ¥ v b OH4F & IR
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
(%]

(825 44] LA™ <w 2422 » ELISA ¥ v b (ERME)
[Fita—F]  292-89901

[FERE L] LBIS™ Mouse Insulin ELISA Kit (High Specificity)
U] 2 ~ 10C 4%

[ 39T R ) 5 ROVIZER R

[fu2] 96 [11 1
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WERFT

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