FUJFILM LBIS

For Research Use Only. Not for use in diagnostic procedures. Jul.1.2023. Ver.JE2

[LBIS Mouse Insulin ELISA Kit (H-type)]
Cat #630-10371
Please, read this instruction carefully before use.

This kit is manufactured by FUJIFILM Wako Pure Chemical Corporation. Use only the current version of
Instruction Manual enclosed with the kit!

1. Intended use
LBIS Mouse Insulin ELISA Kit (H-type) is a sandwich ELISA system for quantitative measurement of mouse
insulin. This kit is intended for research use only.

2. Storage and expiration

When the complete kit is stored at 2 °C - 8 °C (Do not freeze), the kit is stable until the expiration date shown
on the label on the container. Opened reagents should be used as soon as possible to avoid loss in optimal
assay performance caused by storage environment.

3. 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 pl 5.4. It is consisted of 2 chains, A and B. It has 3 disulfide bonds formed between
A6 and A11, 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 15t 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 18t International Standard, 26 1U/mg, were provided. Before these standards, in
1974, 1st International Reference Preparation of human insulin for immunoassay was provided as 3
IlU/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.

4. Assay principle

In FUJIFILM Wako Pure Chemical Corporation’s LBIS Mouse Insulin ELISA Kit (H-type), 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 chromogen (TMB) 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.

5. Precautions

eFor 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.

eUse clean laboratory glassware.
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eAvoid contact with the acidic stop solution and chromogen (TMB) containing hydrogen peroxide and
tetramethylbenzidine. Wear gloves and eye and clothing protection when handling these reagents.

eBe 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.

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

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

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

eThe materials must not be pipetted by mouth.

eUnused 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.

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

eln 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.

oELISA can be easily affected by your laboratory environment. Room temperature should be at 20 °C - 25 °C
strictly. Avoid airstream velocity over 0.4 m/sec. (including wind from air conditioner), and humidity less than
30 %.

6. Reagents supplied

Components State Amount
(A) Anti-Insulin coated plate Use after washing 96 wells/1 plate
(B) Standard Insulin solution (200 ng/mL) Concentrated. Use after dilution 300 pL/1 vial
(C) Buffer solution (bluish color) Ready for use. 60 mL/1 bottle
(D) Biotinylated anti-insulin antibody Concentrated. Use after dilution. 200 pL/1 vial
(E) HRP-conjugated streptavidin Concentrated. Use after dilution. 200 pL/1 vial
(F) Chromogen (TMB) Ready for use. 12 mL/1 bottle
(H) Stop solution Be careful! Ready for use. 12 mL/1 bottle
(1) Wash stock solution (10x) Concentrated. Use after dilution. 100 mL/1 bottle
Plate seal — 3 sheets
Instruction Manual — 1 copy

7. Equipments or supplies required but not supplied [Use as a check box

[IDeionized water (or Distilled water) [1Test tubes for preparation of standard solution series.

[IGlassware for dilution of Wash stock solution (10x)(a graduated cylinder, a bottle). [1Pipettes (disposable tip
type). One should be able to deliver 10 pL precisely, and another for 100uL - 500 pL. [1Syringe-type repeating
dispenser like Eppendorf multipette plus which can dispense 100 uL. [JPaper towel to remove washing buffer
remaining in wells. [JA vortex-type mixer. [ 1A shaker for 96 well-plate (600 rpm -1200 rpm). [JAn automatic
washer for 96 well-plate (if available), or a washing bottle with a jet nozzle. 1A 96 well-plate reader (450 nm
110 nm, 620 nm: 600 nm - 650 nm) [1Software for data analysis.

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

[Concentrated reagents]
[(B) Standard Insulin solution (200 ng/mL)]
Make a serial dilution of master standard (200 ng/mL) solution to prepare each standard solution.
* Unit reduction for ylU/mL is 26 1U/mg. (Refer to 3. Introduction.)
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Volumseoiﬂ‘t;;cindard (C) Buffer solution | Concentration (ng/mL) | Concentration (ulU/mL)

Original solution: 100 pL 100 pL 100 2600

100 ng/mL solution: 100 pL 100 pL 50 1300
50 ng/mL solution: 100 yL 100 pL 25 650
25 ng/mL solution: 100 pL 150 yL 10 260
10 ng/mL solution: 100 pL 100 pL 5.0 130
5.0 ng/mL solution: 100 yL 400 pL 1.0 26
1.0 ng/mL solution: 100 uL 100 pL 0.5 13
0 (Blank) 100 L 0 0

[(D) Biotinylated anti-insulin antibody]
Prepare working solution by dilution of (D) with the (C) Buffer solution to 1:100.
10 mL of the diluted solution is enough for 96 wells.
[(E)HRP-conjugated streptavidin]
Prepare working solution by dilution of (E) with the (C) Buffer solution to 1:100.
10 mL of the diluted solution is enough for 96 wells.
[( 1) Wash stock solution (10x)]
Dilute 1 volume of the concentrated Wash stock solution (10%) 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).

[Storage and stability]
[(A) Anti-Insulin 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 2 °C - 8 °C. The strip will be stable until expiration date.
[(B) Standard Insulin solution (200 ng/mL)]
Standard solutions prepared above should be used as soon as possible, and should not be stored.
[(C) Buffer solution] & [(F) Chromogen (TMB)]
If not opened, store at 2 °C - 8 °C. It maintains stability until expiration date. Once opened, we recommend
using as soon as possible to avoid influence by environmental condition.
[(D) Biotinylated anti-insulin antibody] & [(E) HRP-conjugated streptavidin]
Unused working solution (already diluted) should be disposed.
[(H) Stop solution ]
Close the stopper tightly and store at 2 °C - 8 °C. It maintains stability until expiration date.
[(I) Wash stock solution (10x)]
The rest of undiluted buffer: if stored tightly closed at 2 °C - 8 °C, it is stable until expiration date.
Dispose any unused diluted buffer.

9. Technical tips

eBe careful to avoid any contamination of assay samples and reagents. We recommend the use of disposal
pipette tips, and 1 tip for 1 well.

eThe 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.

eOptimally, the reagent solutions of the kit should be used immediately after reconstitution.
Otherwise, store them in a dark place at 2°C - 8 °C.

eTime reaction from the pipetting of the reagent to the first well.

eDilution of the assay sample must be carried out using the buffer solution provided in the kit.

eThe substrate chromogen (TMB) should be almost clear pale blue before use. It turns blue during reaction,
and gives yellowish color after addition of stop solution. Greenish color means incomplete mixing.

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

eAs the anti-insulin-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.

e\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
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of incubation.

10. Preparation of samples

This kit is intended to measure insulin in mouse serum, plasma (preferably obtained with heparin), culture
medium and tissue/cell extracts. The necessary sample volume for the standard procedure is 10 uL. Samples
should be immediately assayed or stored below —35 °C 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 solution 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 - 8 °C. If it is necessary to store sample in refrigerator (2
°C - 8 °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 —35 °C.
Avoid repeated freeze-thaw cycles.

11. Assay procedure
Remove the cover sheet of the anti-Insulin-coated plate after bringing up to room temperature.

(1) Wash the anti-Insulin coated plate (A) 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.
) Pipette 100 L of biotinylated anti-insulin antibody to all wells. Shake the plate gently on a plate shaker (*®).
) Pipette 10 pL of sample to the designated sample wells.
) Pipette 10 pL of standard solution to the wells designated for standards.
) Shake the plate gently on a plate shaker (*®).
)
)

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

Discard the reaction mixture. Rinse wells by filling the wells with 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 100 uL of HRP-conjugated streptavidin to all wells, and shake as step (5).

9) Stick a plate seal (*@) on the plate and incubate the plate for 30 minutes at 20 °C - 25 °C.

0) Discard the reaction mixture, and then wash the plate as step (1).

1) Pipette 100 pL of chromogen (TMB) to wells, and shake as step (5).

2) Stick a plate seal (*@) on the plate and incubate the plate for 30 minutes at 20 °C - 25 °C.

3)

4)

(2
(3
(4
(5
(6
(7

Add 100 pL of the stop solution to all wells and shake as step (5).
Measure the absorbance of each well at 450 nm (reference wavelength, 620nm) immediately using a
plate reader.

*Refer to the page 7 for notes of *@, *@ and *@.

(
(
(1
(1
(1
(1
(1

12. Calculations
(1) Prepare a standard curve using semi-logarithmic or /_

two-way logarithmic section paper by plotting absorbance* 1.000
0.100 /

(Y-axis) against insulin concentration (ng/mL) on X-axis.
0.010

*Absorbance at 450 nm minus absorbance at 620 nm.

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

* 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. Mouse Insulin(H type) [ng/ml]
* Physiological or pathological situation of animals should
be judged comprehensively taking other examination
results into consideration.

0)nm_Blank

32

Abs (450-¢

0.001 ' '
01 1.0 10.0 100.0

Mouse insulin assay standard curve (an example)
Absorbance may change due to assay environment.
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13. Performance characteristics
eAssay range of kit is 0.5 ng/mL - 100 ng/mL

e 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 10 ng/mL
Rat insulin + At 10 ng/mL
Human proinsulin + At 10 ng/mL

ePrecision of assay

Within assay variation (3 samples, 5 replicates assay), Mean CV was within 10 %.
eReproducibility

Between assay variation (3 samples, 3 days, assayed in duplicates), Mean CV was within 10 %
eRecovery test

Standard insulin was added in 3 concentrations to 2 serum samples and assayed.

The recoveries were 97.3 % - 106 %
eDilution test

Two serum samples were serially diluted by 4 points.

The dilution curves showed excellent linearity with R?=0.9997 - 1.0.

14. 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, KKAy, BALB/c, ICR, 7 w - 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.

15. Trouble shooting
eLow absorbance in all wells
Possible explanations:
1)The standard or samples might not be added.
2)Reagents necessary for coloration such as biotinylated anti-insulin antibody, HRP-conjugated streptavidin,
or chromogen (TMB) might not be added.
3)Wrong reagents related to coloration might have been added. Wrong dilution of biotinylated anti- insulin
antibody or HRP-conjugated streptavidin.
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 chromogen (TMB) soon after taking out from a refrigerator might cause poor coloration owing
to low temperature.
eThe OD of blank is higher than that of the lowest standard concentration (0.5 ng/mL)
Possible explanations:
Improper or inadequate washing. (Change washing repetition from 4 times to 5-8 times after the reaction
with HRP-conjugated streptavidin.)
eHigh coefficient of variation (CV)
Possible explanation:
1)Improper or inadequate washing.
2)Improper mixing of standard or samples.
3)Pipetting at irregular intervals.
eQ-1: Can | divide the plate to use it for the 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
o¢(Q-2: | found there contains liquid in 96 well-plate when | opened the box. What is it?
A-2: When we manufacture 96 well-plate, we insert preservation stabilizer in wells.
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Worksheet example

Strip 1&2 Strip 3&4 Strip 5&6 Strip 7&8 Strip 9&10 Strip 11&12
A 100 ng/mL Sample 1 Sample 9 Sample 17 Sample 25 Sample 33
B 50 ng/mL Sample 2 Sample 10 Sample 18 Sample 26 Sample 34
C 25 ng/mL Sample 3 Sample 11 Sample 19 Sample 27 Sample 35
D 10 ng/mL Sample 4 Sample 12 Sample 20 Sample 28 Sample 36
E 5.0 ng/mL Sample 5 Sample 13 Sample 21 Sample 29 Sample 37
F 1.0 ng/mL Sample 6 Sample 14 Sample 22 Sample 30 Sample 38
G 0.5 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
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Summary of assay procedure [ : Use as a check box
*First, read this instruction manual carefully and start your assay after confirmation of details.
[IBring the well-plate and all reagents back to 20 °C - 25°C for 2 hours.
[IWash stock solution (10x) concentrate must be diluted to 10 times by deionized water (or distilled water
that returned to 20 °C - 25 °C.
[IStandard Insulin solution dilution example:
Original sclution

100 uL 100 L 100 pl 100 pL 100 ul 100 uL 100 uL
Buffer Buffer Buffer Buffer Buffer Buffer Buffer
100 pL 100 pL 100 puL 150 pL 100 uL 400 pL 100 pL
Concentration
ng/mL 100 50 25 10 5.0 1.0 0.5

[IBiotinylated anti-insulin antibody(D) : Dilute to 100 times by using the (C) Buffer solution and use.

Anti-Insulin coated plate
|Washing 4 times (*®@) *®
Biotinylated anti-insulin antibody 100 yL
1Shaking (*®)
Samples/Standards 10 yL
1Shaking (*®), Incubation for 2 hours at 20 °C - 25 °C. (Standing(*@®))
HRP-conjugated streptavidin(E)

Dilute to 100 times by using (C) Buffer solution and use.
(Dilute reagents during the first reaction.)

|Washing 4 times (*®@) *®
HRP-conjugated streptavidin 100 uL
1Shaking (*®), Incubation for 30 minutes at 20 °C - 25 °C. (Standing(*@))
|Washing 4 times (*®@) *®

Chromogen (TMB) 100 uL
(After dispense, the color turns to blue depending on the concentration.) H

1Shaking (*®), Incubation for 30 minutes at 20 °C - 25 °C. (Standing(*@))
Stop solution

(After dispense, the color turns to yellow depending on the concentration.)

1Shaking (*®) (Immediately shake.)

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

O0Odood

0

100 L

O 0O O o dogd

O

*(QAfter dispensing wash buffer to wells, lightly shake the plate on your palm for 10 seconds and remove the
buffer. Guideline of washing volume: 300 pL/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 5-8 times at the constant stroke after the
reaction with HRP-conjugated streptavidin. 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 10 seconds x 3 times.

*@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.

*®After removal of wash buffer, immediately dispense the next reagent.
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Assay worksheet

LBIS Mouse Insulin ELISA Kit (H-type)

[Storage condition]  Store the kit at 2 °C - 8 °C (Do not freeze).
[Term of validity] Expiration date is indicated on the container.
[Cat #] 630-10371

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
https://www.fujifilm.com/ffwk/en
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TAFT A 2023F 7 B 1 HeET

COEFBHERZECBAVWCEESELUTHONESTEVET . MHEACERLTEFY MIEBSNZEERERIAE (CiE >
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ROEFEHIE] 2RO LETERALSIES,
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HUTWET, BFICISA >R (TDUT 1st International Standard. 1986, 25.7 IlU/mg. 7451 >X
')~ 1st International Standard. 1986. 26 IU/mg ZiRH I D LS(CIRDF L. £ bDIFE. JAEAICAL
SNEIDT. ZNUCEDETE bOBRKRIEETORIEES IU TRIRIDIAMEFTIN., BTEES
THROIZEANRBNTUL D,
FERDLS TR > 2> (FE NT 26 IUmg. 3T 25.7 IUmMg. 74T 26 IU/mg ER> TOETD
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*EmDBE
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oNIRMBFEZ(FMEE (N U MERFEHERLUFET). HELE. MfgmRbho1 > XU = ELUET,
o E/MMRIN (BEEER/BLAE 10 L) THIERIEETY,

EENRICE (BE) MDVLWTHED. DEBHIITILDEENESZ T,

o1 Fvw NI DITILTT,

B TDREIBRYAITTI,
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AEwv NMIEAF AETETA R A, EER, &A= XU T/ o0—FH)UAERE <
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FHUTERNEZTOY b UIZRERIRZVERR U, CORERIEN SKIRARDEENRESNET,

3.4 Y hOERTF L EERRAIR

Fwv bhFE2 T~8 CTRIFLTCLESLY (FEEEE) . CORFERMA T THY MIFMEDSNILICEEHS
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5 RS
B B & ®ofE 5 8

) e e & sl 96 wells(8x12),/1 %
O o 1 b 0 wwsn | owwi
O s (Piuish color) ZDOFEEF 60 mL/1 A&
Ay St P ARG 200 pL/1
O oS TVE) ZOEEH 12mL/1 &
" g | TOFHEE 12mL/1 &
O o ) RIS 100 mL/1 7
Ephye 3 i
Instrtjction Manual 1 =B
EIRGH A

6. EDHEY

x v NOREIFEAFICHITERQR0 C~25 C)ICRLTLIEEL 2 BEMINERZTY).

*5.TC [ZDFEFEA] EHIMFEIEREEBZDOEFEDIRETHERATEEI. [FREFER] &HDED
[CDWTIETFEDEECHELUTLIZE,
$AE(CHEBRDTEITREBEZRAR O TLLESTVY (CHRARBRCEBEVEDELEELY),

O e g )
[(B) Standard Insulin solution (200 ng/mL)] ; =#Eph#R{FRk A

(B) Standard Insulin solution (200 ng/mL) (EU#&) & (C) Buffer solution (bluish color)Zffi> TIRAERRZ S
LTLIEEV, FEIF—HITT, XulU/mL #BE(L 26 IlU/mg TITO>THNET (4> hOF IS 3> S)

EERRONE (C)(Ellfif:r'; f:g'lgf,')o” BE (ng/ml) | BE (uUmLX)
EEFRER 100 pL 100 L 100 2600

100 ng/mL &5 100 pL 100 L 50 1300

50 ng/mL & 100 L 100 L 25 650

25 ng/mL & 100 L 150 pL 10 260

10 ng/mL &% 100 pL 100 L 5.0 130

5.0 ng/mL &7 100 pL 400 pL 10 26

1.0 ng/mL &% 100 pL 100 L 05 13

0(Blank) 100 plL 0 0

[(D) Biotinylated anti-insulin antibody]

200 pl ZFRDDETEDIEZ ML TWLFE T, BHE&%Z (C) Buffer solution (bluish color)T 100 {&(CH
FRUTLKES0N,
[(E) HRP-conjugated streptavidin]

200 uL ZFDDETEDEZ ML TWLET . =@ (C) Buffer solution (bluish color)T 100 {&(C#H
FRUTLES0N,
[(1) Wash stock solution (10x)]

IEAETRR(10x) 2 BRI SNITABRIK (FEBK) T10EICHRLTIIZS0N,

{5 : 100 mL DIEAESEFR(10x)4+900 mL DFFRIK (KEK) (96 DTILETCZERT %S

(REOREN LREFHE]
(A) Anti-Insulin coated plate
10



LBIS Mouse Insulin ELISA Kit (H-type)

FMEA (REAREBZR D TTREE TS —ILZRIN L TULVRW) FUABERBIER b w T (ERED S TS —
JWNWWOICRL, EDFEF 2 CT~8 CTRIFLTLESL. BRHRANLZEEZREF T .

(B) Standard Insulin solution (200 ng/mL)

Fv hZEDEIUCTERTIRIMERITIERMCHEBELDEDHE URFARL. ERDDREREERCE
SIRVWTESICEZULO>MD EMsD. 2 T~8 CTHRIFL T ZEV. BMEARNLZEEHZHREET .
FRULBRBREBTREES (TEAL. REELRVTLIZE,

(C) Buffer solution (bluish color) U F) Chromogen (TMB)

—EDBERZEEA T IREMVEBEXL DD ULHDEZFIDEERICE L. KD EERICESRVNTESBIC
EZUo>MDEH. 2 T~8 CTHRELTLIZEV. BMHARANEZEEZREET.

(D) Biotinylated anti-insulin antibody B¢T}E) HRP-conjugated streptavidin
Fv bZEDEI U TERT IREEREF CSHEEIDBRDE UATFRARL. KDDRRIIERICES/RL)
TESICEZULO>MD ERD, 2 T~8 CTHRIFLTLIZEV, BMIIBRRNEZEMZREEFT, EAK
DOFBRBAHRIIEREL TIZEU,

(H) Stop solution
FRAKDZREFIDIHEE. EZLoMD ERMAD. 2 T~8 CTHRIFLTLZEV. BMHARARZE Y
ZIREET,

(1) Wash stock solution (10x%)
IEETRR(10X)ZRIFITDIHEAE. EZULOND LD, 2 T~8 CTHREFELTLS LS. BHHAR
ALZEMZREET T, ERKDORIRNBEHTRERIEREL TIZEU,

7 RFDHAH

AKFwv MNMITORMWEFZ(FMMEE (NN D miE=#E0Fd). BELE. filgdEgathor>U>
ZRAELUET,
oIRIAIFREVE I <(TRIEIT DN\ —35 CUUT THERERTF L TLIEEV, B UIARMASRIE T D ERCAZERL
FERTHEE L TS IES, DR USRI T T<IEEU\. [EULLMERNESHVRVWERICIRADZET,
oA U IERAR oS AR BEARIK (MENIRNT L 20,
XMBEMADHE (SIEH - BME) 0T 3AICEREROIEE (AL t") - BIAEVNVEAREEREDRE S
3IEEHHDFITOTHEICHEALBRNTLS EEV. FFv hDIES. BM(E 40 mg/dL M L THEHTENFT,
o8 D RURNBYI DI DIRIK (LR DD EEE THREZRTE (CAAWTLIZE0,
oﬁbéﬁi%é@%ﬂb\;ﬁb ULRIR(E, B—RIKCHWNT, B12D 2 R1 > MALOFBIRERTHIRERIE S
BuTLLrEzn
RAREFINT DIHEE. BN UHRBRESTRAVWTEER CHRUAED TILICOFELTLSIEE0,

(MRADLTEM ERIFTTIE]

AR BBBEREOTOFT 7 —C0BETZINZ Dz, RMFICHZEEN 100 KIU/mL~500
KIUmL 7 TOFZ>ZFMUTRET D EZ2EBHULET ., £o. REICREITDHSE. —35 TY
TCTORBREZHERLUFET, RDIRUDFRERER (LB TTIZE0\. (KIU : kallikrein inhibitor unit)

8. ITEIRIEE

TORRERIGHDRIRICHFET DREZRI B> CAHAEL TS ZEL),

FUABEIRRIE T L — b —)LIE. TL— MO RDICERICE> THSRMNLTLESU,

(1) HBSMUHRARUEEEFRZZDTILISHELU 4 BIEFR(x Q) UET, TDER—/\—FA)ILIREDE
TITL—bhZEHEE(CL. B<MNEDIFBDELDCUTITILICER D IERERDBREE T,

(2) BIOTILICEATFUAEETA AU HUAZ 100 uL 3 D5FELET . X170 TL— NMRESERE
ERWTE#(xQ)UET,

3) BIKRIED T )LICHEHEZE 10 ML AIUET,

(4) BEEGIED T)LICREEDEER KT 10 uL IONELET.

(5) IO —MNRESBRREZAWVWTER(xQ)LET,

6) TL—hr>—)LZEEED., ER(20 C~25 C)T 2B (xQ)LET,

(7) RIGHET#H. RIGRZIE TREREZITIVISEEL. 4 BEER(xQ)LET. TDE. R—/\—4FA
IWREDLETTL— hEFES(CL, BLMNEDIFBLSICLTIOTILICE D IERERDBREET .

(8) BIIILICNRILAFIA - - PESHEEYZ 100 yL 3 D5ELET . Y1207 L — MREEDSES
REEZRAWTEH(xQ)LET,

(9) L —h3—)L&EBED, FR(20 C~25 C)T 30 NiFERE(xQ)LET .

(10) RISHET#. RISREIE CEEREES DO TIVISHZU 4 R (x Q) UET ., TDE. R—/\—5A)L

REDLETTL—hEHFES(CL, BLPEDFBELSICUTIDIVLICE D EREZRDBREET,

(11) FEITILICRERZ 100 L 3D ELET 70T L — MRESESREERWTER(x Q) UET,

(12) TL— b3 —)L&EEED. =R(20 C~25 °C)T 30 DIERE(*x Q)LET .

(13) B TILICRIMZELE®RZ 100 L 3D L. BRERIEZEFEILEUET,

(14) BH(xQ)y&. BEBICNAU0O0T L — MEDYEHESTT 450 nm (BIEE 620 nm) TOIRKEEZAITE L

F9, BEE(E 600 nm~650 nm DEEF TEHATEEI .
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LBIS Mouse Insulin ELISA Kit (H-type)
(xD) (*xQ). (xOYAEFIEIE (14, 15 R—>) ZTSRIESLN,

9.:18

(AES (IEEMRE/ERR UE T, MEEERL X EiZEASRERE (ng/mL). Y BiEIREDIEERIED
SI%ZERR LTS IEELN,

QNZERIRL D, IRAEDRAE(CHET DEE (ng/mL)yEFHAEDET,

* MARDIRFEEHEAERHRINE K DIMIZIHE(H(C) Buffer solution (bluish color)(C CEEEER (SRR LB
FEzE=mLTIIZE,

* EBIIRT(E, 3RZBIEBRFEE(E 4 FEE 5 /IS A—F—DFERZHEDUET,

2 1.000 /._
m
3
é' 0.100
.EI
3
f?: 0.010
)
<
0.001 . . .
0.1 1.0 10.0 100.0
Mouse Insulin(H type) [ng/ml]

5 D (IEEMIFEHITT (BEEL BEREBCKIDZEULET).
* FL— ~U—4 —(3 SUNRISE RAINBOW(TECAN)% {&FH

10.Fv bODIEEE
o Rl TEEB[H]
NIORAA >R > % 0.5 ng/mL~100 ng/mL DEBETRETCEET,
oM
BhEMEZAF Y NTREUERIIRERD LS DT,
XEZEM(E, 10 ng/mL BERDOT—5TI,
+ READ /- E#®EUN.T. : Not tested

1RA% REM 1RA % REM
IUR C-~RIFR - Swhk AU +
IR JOA>RU> N.T. Eb A>2U> +
ofaEiiR (P tzANZESR) (5 BHE. 31K) 15 C.VAEB(X 10 %Ki
oBIRMHER (7yv - EZEE) Q2FTRIE. 31%4K. 3 HRHE) 15 C.VAEE 10 %Ki
o MBIV ER
2 MBIRARCRIRD 3 BEDA > &R UBIE USSR, EURER(F 97.3 %hMS 106 %
o IRIEIRIE
2 MBI EG N (CARTRERER T 4 BREARIRUAIE UZHER, BERRERD R?(30.9997 & 1
1.8%(E

JORA AU BIEME 19 1.59 ng/mL~3.83 ng/mL. Z#{Z= 0.622 ng/mL~2.11 ng/mL
dBfE : C57BL/6. KKAy. BALB/c. ICR. Itfif. 7~8 Bz, AWrfaeE. 8~12 L /HfE, M5 /Mg
BB RIS BRMRERCKDAEMBIZES UEITDT. CORIEMBEFBZE L THHENTIZE0,

12.:55TN>1—F1 >0 & Q&A
e INRTDITILTORIENEELY

FERIELTEZRSNDCE

)RR ARAD AN E.

2)RE(CEIE T DRBBRDANTN.

FREICEHET DREBRDEDEI OHEFARNAR,
ORIV AFI A —CEERBERIDEA.

12



LBIS Mouse Insulin ELISA Kit (H-type)

5F v MREREDFE (RELIEES).

6) L — hODBRITF.

FEERDREMNMEN D2,
o5/ | MEAEFTTEE (0.5 ng/mL)D OD L D TS> %7 OD fENE K 712D

FERELUTERSNBCE

TEEHIRNEY, A2 THho /.

(NRILAFA—C - PES 4EEW ERISEDZTREEL 4 @72 E TR T 5 [B]~8 [E(TIEW LT IZEN.)
o ZEENMRER(CV)H AL

FEREULTEZRSNDCE

N)EENNEY, A2 Thol.

QNEHEGRDEIRME. FIE(IRERDBENARTED Thole (REREDIEH(IFTED (TITo>TLEELY),
ERY T DIBIEN—TETII RN DT,

eQ-1: Fv MNINEIUTERI B EMNTEEIM?

A-1: TEFI, TL— MNTHBSNEERS—ILEZA NIV TOBIICZ D> THYAS—RRETHYIDBEL T

CEARLLEEV, FRULRBVWTL— NI —)LZM> EIRETESEEICFRE L TS0,

0Q-2: L — rZEEDHEULESDTILORSRIAENAD TLELEAMEITI O ?

A-2 : BT C(HMREFERERNTIELUTHDET,

13



LBIS Mouse Insulin ELISA Kit (H-type)

(AEFIRIEEFIYIURN
I EURGRIAE T —5t U TRIRSRSF. AIESRMF. AIESEZHRERTERFZIT O TIIES Y,

U
[
O

O

Big
O

O 0O 0O 0o o0 oodgo o gogogogao

DTILTL— b REEEFRDICERQ20 C~25 C)ICRLTLEEL, FRIEICIT 2 BRHE
BB EROFSIR | BRIESNIEFBEUK T, 10 BICHEIRLTLIEE0,
EERROFER () : BRALSNZEBERT. HRUTLIESL,
EAEERIER
100 pL 100 pL 100 pL 100 pL 100 puL 100 pL 100 pL
BER B BER EER BT EER BER
100 pL 100 pL 100 pL 150 uL 100 pL 400 pL 100 pL
mEEE
ngm. 100 50 25 10 50 1.0 0.5
EAFAEETA AU S HURDOFEIR | R SNITBER T 100 BICHIRL T IEE0,
HEFEEIENONCEEISR
FiAER{E 96 D)L —
g4 CRERRER. BSORDEEDE) * (D
EAFAEETA > XU S HUK 100 pL
1B *©Q
WK FlF BEAOIJIBRK 10 pL
ki 2N Imwmcydstyzﬁﬁﬁm\%ﬁ *Q*xQ
RIVAFSIAH - - PTESEEMOFRIR, ERESNICEERC.
100 fF(CHBIRLUTLSZE0N, %ﬁ,ﬂwﬂﬁu% ISP (1T,
g4 CRERFRER. BSORDEEDE) * D
RIVAFE ST - PESAEEW 100 pL
B, =B (20 C~25 C). 30 DEIXIG. B5E *Q*xQ
g am CEERbRES. BESIORDREDT) *D
FEBR(TMB) TMB B'ZF|B{tEShTWA & &R 100 Ul
DiE%. BEICLDERICEE H
B, =R (20 C~25 C). 30 DRIIE. BHE *Q*x0Q
RIS Z L& MEEMIC O SHRER 100 Ll
SEE. BECLDEBRICEE H
B (BS(CER) *
BESIICIRNERAIE (FEE 450 nm. SEE 620 nm:600 nm~650 nm)
BIREET L — FEADBENSEEF v > ILUET

(*x Q)FEFRZDTILICOFE. FOOSDLET1I0RFERIRDEZELUET, 4 OhEFERE. RX—/(—5
A LECTL— hEPES(CUTNEREFRETR(CBFREVET, FRREROZIRISEFRE LU TRDEA

WEBESICOELET . HFRzERY NTHRINT BEOREER(E 300 L/ JTILTY ., TL— Nk
A ERDBEDENBZRIE5mL/ 3~25mL/ 3 (JXILDRICKDERDET) T, £—RIb

BOAEIDFFRDH I TI)VEIDI A= (SEELTLIZEUN,

(* @EHDEZ (L 600 rpm~1200 rpm-10 F2E. 3 [E],
(x QBT I L — b —)LZMDEFEL TLLIZEL,
TL— b —I)UHMRERZINA LT, #MEEZTL— MUIICUTHDHITFTSIZEEL,

14
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LBIS Mouse Insulin ELISA Kit (H-type)

TL— b —ILEBERLRNTZE,

D—o3—k (f)
Strip 1&2 Strip 3&4 Strip 5&6 Strip 7&8 Strip 9&10 Strip 11&12
A 100 ng/mL 1R 1 1RIR 9 IRAK 17 IRAK 25 IRAK 33
B 50 ng/mL 1RAK 2 1R4K 10 1R 18 1RAK 26 1R1K 34
C 25 ng/mL 1R{K 3 1R 11 &K 19 &K 27 &K 35
D 10 ng/mL 1RAK 4 1RAK 12 &K 20 1R{K 28 1R{K 36
E 5.0 ng/mL 1RIK 5 1RAK 13 1R 21 1R{K 29 1RAK 37
F 1.0 ng/mL 1R1K 6 1R 14 1RAK 22 1R4K 30 1R1K 38
G 0.5 ng/mL 1RIK 7 1R{K 15 &K 23 1RIK 31 &K 39
H| 0 (Blank) 1RIA 8 1RIK 16 IR 24 IRAK 32 1REK 40

& CERBIICCHEBIRS TV \EitT LD E> SRNEREIR

o RUHREBEREDTOFT 7—CDEETZEINZ 22, HMFICKRIZEEN 100 KIU/mML~500
KIUmML D7 7OFZ>ZR/MUTIRETBCEERBHUET . e, RECHEREITDHEE. —35 C
UTTOFREREZHRELUF T, BORUDRGEHIAR(FEE T TIZEU) (KIU : kallikrein inhibitor unit)
oELISAEIFATERIBICADEERZ(TET, AITFRIE. FBRERISHBPIDOER : 20 C~25 C (&AL
FrEEFAFAR-FIRERE) ZEETFUTLZEEV, £e BUR (T73>0RESD) : 0.4 misec ML E.
T2 30 %ERFBDRIBET TORIFELEITTLIZSV, 2PO&EEFT., ATERIEEZER : 0.4 m/sec AL, I8
£ 30 %EXBDIRET TEMI BDHEICIT. ZERATYVIDBRERICE. 7L — S —)LETDEICNR.
TEROIDIRFEECIHEET S IESUN,

Bl) A >FaR-FA, FEBAFO—)LEENTRHERIGSEDE, AEZEDRIBEMA(CKDTRAEN
BIRXBIBENSDEFIDT. FHEBEVEDEIEEN,

o ZATYV I TORBERIGHEC(Z. DTILDEIE. BYIDRAN. BEDRD. DEREOERFEELETS
A I TL— =)L ZEM>TLIESEN,

OIRAR SR (CAFINSES BR2VEKDICEREDIFTLEEWL. 1 TV N FYVIDTHEREPBEDO LET,
oFHERIF 6 ITIL T L — NMIEATIFTITBENSEERATT, AEBITTREFELTLIES0,
EILRIIMERT BETIIEETT,

oA+ W M ELISASEDHHERR T Uich. FEFBEBED T CTFEARLLESV., AFEERMETRET D
BRICIEERY T D IREOBIRMNRE Ul ANSER < IEEU,

AN CAT W MEEP(IFL, BiE. REABKREZE(CDIFT TS,

GREFAETE (CHIFRNWTLKEET W, AFwv hORENES> T, B, O, B0, REZFCHELESES
(FES(CKEKTIEDITEVRIZEDIERNBZITV. HDEBRIFESEEMOFLTEZIFT TS,
oARFvw hEER LU TWLWBIBAT TIIEREPEYEZ LIRWLWTLIESUN,
RFEFAFIOTERY ST 4 2T URNWTLIZE0N,

oY hESDESHELITEE TENDIZNWT L IZEUN,

O IRARITRERDEIRMEN G D EDE UL THRDEFELU TEDRS TS ESEV. AF Y MNIBWIERDH D %=
SEATVNET,

ofFFEAHDIRIK, FRAUCHEERSE E1%TNILIUS., 2%TILI—ILTILTE REIF 0.1 %A DR
HIERMT NUDLABERIC 1 BRI BRI TL SV FeEA— ML —THELE U TEELTL 2
=0\ EA LIS EER R E AR B (IFRE S DR ET N C &I ES (CHE> TEEL TLIEEU),
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LBIS Mouse Insulin ELISA Kit (H-type)

CAIES]

(FriE)

CAIER] CAIER]

(O ~ES] (B3hHARR]

(%)

() LER® 412 RXJ2-XDIR (HIAT)
(F0¥e 01— K 630-10371

(ZREEEREC] LBIS Mouse Insulin ELISA Kit (H-type)
[BREVEE ]

BERTT ET7/VL M ERA ST
ARHPREXEEHI=TH1&25
Tel : 06-6203-3741
Fax : 06-6201-5964

https://www.fujifilm.com/ffwk/ja
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