FUJFILM LBIS

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

[LBIS Mouse Insulin ELISA Kit]
Cat #634-01481

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 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 1%t International Standard for human insulin in 1986 which has the potency of 26 1U/mg (0.038
mg/IU). In the same year, 1%t International Standard of bovine insulin, the potency of which is 25.7 IU/mg,
and Porcine insulin 15t 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 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.

4. Assay principle

In FUJIFILM Wako Pure Chemical Corporation’s LBIS Mouse Insulin ELISA Kit, 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.
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eUse clean laboratory glassware.

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.

e In 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.

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.

e The materials must not be pipetted by mouth.

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 25 pL/1 vial
(C) Buffer solution Ready for use. 60 mL/1 bottle
(D) Biotinylated anti-insulin antibody Concentrated. Use after dilution. 10 pL/1 vial
(E) HRP-conjugated streptavidin Concentrated. Use after dilution. 20 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

Biotinylated anti-insulin antibody (D), and HRP-conjugated streptavidin (E) : Vials contain more than volumes
shown in the list. You can easily take out 10 and 20 pL, respectively, from vials.

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 (10%)(a graduated cylinder, a bottle). [IPipettes (disposable
tip type). One should be able to deliver 10 uL precisely, and another for 100 pL - 200 pL. CISyringe-type
repeating dispenser like Eppendorf multipette plus which can dispense 100 uL. [1Paper 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 wash bottle with a jet nozzle. [1A 96 well-plate
reader (450 nm +£10 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 (0.156
ng/mL -10 ng/mL). * Unit reduction for ulU/mL is 26 IU/mg. (Refer to 3. Introduction.)
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Volume of standard solution | (C) Buffer solution | Concentration (ng/mL) | Concentration (ulU/mL)*

Original solution: 10 L 190 pL 10 260

10 ng/mL solution: 100 pL 100 pL 5.0 130
5.0 ng/mL solution: 100 pL 100 pL 2.5 65

2.5 ng/mL solution: 100 pL 100 pL 1.25 32.5

1.25 ng/mL solution: 100 pL 100 pL 0.625 16.3

0.625 ng/mL solution: 100 pL 100 pL 0.313 8.13

0.313 ng/mL solution: 100 pL 100 pL 0.156 4.06
0 (Blank) 100 pL 0 0

[(D) Biotinylated anti-insulin antibody]
Prepare working solution by dilution of (D) with the (C) Buffer solution to 1:4000.
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 1:2000.
10 mL of the diluted solution is enough for 96 wells.
[(I) Wash stock solution (10x)]
Dilute 1 volume of the concentrated Wash stock 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).

[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 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.

oOptimally, 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 the 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 Kkit.

eThe 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 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.

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
of incubation.
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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 pL.
Samples should be immediately assayed or stored below —35 °C 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. 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 in 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 - 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.

(2) Pipette 100 L of biotinylated anti-insulin antibody to all wells. Shake the plate gently on a plate shaker
(*xQ).

(3) Pipette 10 pL of sample to the designated sample wells.

(4) Pipette 10 uL of standard solution to the wells designated for standards.

(5) Shake the plate gently on a plate shaker (* ®) .
(6)
(7)

Stick a plate seal (* @) on the plate and incubate for 2 hours at room temperature (20 °C - 25 °C).
Discard the reaction mixture. Rinse wells by filling the wells with 300 yL 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 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 room temperature.
(10) Discard the reaction mixture, and then wash the plate as step (1) .
(11) Pipette 100 yL of chromogen (TMB) 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 100 L of the 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. 600 nm - 650 nm can be used as reference wavelength.
*Refer to the page 6-7 for notes of * @, *® and *x@.

12. Calculations

(1) Prepare a standard curve for each assay. Prepare a
standard curve using semi-logarithmic or two-way
logarithmic section paper by plotting absorbance *
(Y-axis) against insulin concentration (ng/mL) on X-axis.

(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. 0.01 ' '

eWe recommend the use of 3rd order regression curve for 0.1 1 10

log-log plot, or 4 or 5 parameters method for log-normal plot MouseInsulin T [ng/ml]

n Cor_npUt_er calculation. . . . . Mouse insulin assay standard curve (an example)
ePhysiological or pathological situation of animals should be  Absorbance may change due to assay environment.

010 r

(450-620) nm. |Blank

Abs.
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judged comprehensively taking other examination results into consideration.
* Absorbance at 450 nm minus absorbance at 620 nm.

13. Performance characteristics
eAssay range; The assay range of the kit is 0.156 ng/mL - 10 ng/mL.
e Specificity; The antibodies used in this kit are specific to insulin.
Cross-reactivity of the kit is shown below. Cross-reactivity at Conc. 10 ng/mL.

Substances Cross-reactivity Substances Cross-reactivity
Mouse C-peptide — Rat insulin +
Mouse proinsulin + Human proinsulin +

ePrecision of assay

Within assay variation (4 samples, 10 replicates assay), Mean CV was within 10 %.
eReproducibility

Between assay variation (3 samples, 4 days, assayed in triplicate), Mean CV was within 10 %
eRecovery test

Standard insulin was added in 4 concentrations to 2 serum samples and were assayed.

The recoveries were 94.9 % - 101 %
eDilution test

Three serum samples were serially diluted by 3 steps.

The dilution curves showed linearity with R?2=0.993 and 0.999.

14. Reference assay data
Mouse insulin assay data; Mean assay value: 1.59 ng/mL - 3.83 ng/mL, SD: 0.622 ng/mL - 2.11 ng/mL
Mouse strains: C57BL/6, KKay, BALB/c, ICR, both sexes, fed ad libitum
Number of animals: 8 - 12 Samples: sera and plasma, 7 - 8 weeks-old
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.
eIntense coloration in all wells including blank
Possible explanations:
1)improper or inadequate washing. (Change washing frequency from 4 times to 5-8 times at the constant
stroke after the reaction with HRP-conjugated streptavidin.)
2)Overdeveloping. Incubation time with chromogen (TMB) should be decreased before addition of stop
solution.
3)Too high incubation temperature. Adjust the temperature to 20 °C - 25 °C.
eHigh coefficient of variation (CV)
Possible explanation:
1) Improper or inadequate washing.
2) Improper mixing of standard or samples.
3) Pipetting at irregular intervals.
oQ-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
¢(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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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 room temperature at 20 °C - 25 °C for 2 hours.

[1Wash stock solution (10x) must be diluted to 10 times by deionized water (or distilled water that returned
to 20 °C - 25 °C.

[JStandard Insulin solution dilution example:

Original solution

10 pL 100 uL 100 uL 100 uL 100 uL 100 pL
Buffer Buffer Buffer Buffer Buffer Buffer
190 uL 100 uL 100 pL 100 pL 100 pL 100 uL

Concentration

ngmt 10 5.0 25 1.25 0.625 0.313

100 uL

Buffer
100 pL

0.156

[IBiotinylated anti-insulin antibody(D) : Dilute to 4000 times by using (C) Buffer solution and use.

(I I I R B B A

O

O O 0O 0o o dgogd

* 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.)

Anti-Insulin coated plate

|Washing 4 times (* @)

Biotinylated anti-insulin antibody

|Shaking (* ®)

Samples/Standards

1Shaking (* ®), Incubation for 2 hours at 20 °C - 25°C. (Standing( * @))
HRP-conjugated streptavidin(E)

Dilute to 2000 times by using (C) Buffer solution and use.

(Dilute reagents during the first reaction. 2-step dilution is recommended.)
|Washing 4 times (* @)

HRP-conjugated streptavidin

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

Chromogen (TMB)

(After dispense, the color turns to blue depending on the concentration.)
1Shaking (* ®), Incubation for 30 minutes at 20°C - 25°C. (Standing(* @))
Stop solution

(After dispense, the color turns to yellow depending on the concentration.)
IShaking (* ®) (Immediately shake.)

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

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

6
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* @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.

Worksheet example

Strip 1&2 Strip 3&4 Strip 5&6 Strip 7&8 Strip 9&10 Strip 11&12
A 10 ng/mL Sample 1 Sample 9 Sample 17 Sample 25 Sample 33
B 5 ng/mL Sample 2 Sample 10 Sample 18 Sample 26 Sample 34
C 2.5 ng/mL Sample 3 Sample 11 Sample 19 Sample 27 Sample 35
D 1.25 ng/mL Sample 4 Sample 12 Sample 20 Sample 28 Sample 36
E 0.625 ng/mL Sample 5 Sample 13 Sample 21 Sample 29 Sample 37
F 0.313 ng/mL Sample 6 Sample 14 Sample 22 Sample 30 Sample 38
G 0.156 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




LBIS Mouse Insulin ELISA Kit

Assay worksheet

LBIS Mouse Insulin ELISA Kit

[Storage condition]  Store the kit at 2 °C - 8 °C (Do not freeze).
[Term of validity] Expiration date is indicated on the container.
[Cat #] 634-01481

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 2023 F 7 B 1 HoET

COEFBHERZECBAVWCEESELUTHONESTEVET . MHEACERLTEFY MIEBSNZEERERIAE (CiE >
THEZRMEL TSV, FFY hZHHTITEARICIRESNDHEFERD [@EARCIHRIRS LI EoE> ~
ROEFEHIE] 2RO LETERALSIES,

[ VER® 412XV -IDAT | BIRHRAS

1.4>805023>
AR IO S IV RE (BRE) @ B NS DmENINILES T, DFE(FH 5800,
FHER 5.4 HADEBETY ., A6-A11. A7-B7. A20-B-19 T S-S #ESZHA L. BEMSRL\E Zn DFFELTR
WHHKBERTE 2 ERZERLUEITN. PUHTZnFEFTE Zn 2 @AZST 6 2ARZHKALET,
BF. B3R, RERAEMEENETB/MEMMRBTIN,. TNTNIROKIDIMERZRUE T,
FF o JUd-5>aRiEE. ERERKIEE. EIEESHRIEE. YEFIFOMRE. MEFTAIH,
FREY @ #E. V=B, K OMRERSESEMEKR. JUI—5 > aiEE. EEAEKIEE. EEDARDE.
RERGHERE : J)LO—XOMRREEHEKR. FERFEESRIELE.,
A >R (FHIIBAT 1 ABEOT O > AU > DR TERRSNIZE. S-STEEaMEREN. BRDARICK
DIEMHENB O T CARIFREAAYUHADEEILET,
* WHO (Z b-1> X1 > @D 1st International Standard. 1986 & LT 26 IU/mg (0.038 mg/IU)DER R IE
HUTWET, BIFICISA >R (CDUT 1st International Standard, 1986, 25.7 IlU/mg. 7451 > X
> 1st International Standard. 1986. 26 IU/mg ZiEMHI D LS(CIRDF L. £ bDIFE. JAEAICAL
SNEFIDT. ZNUCEDETE FOBRKRIEETORIEES IU TRIRIDIAMEFTIN, BTIEES
THROIZEANRRNTUL D,
FERDLS TR > U FE NT 26 IUmg. 3T 25.7 IUmg. J4T 26 IU/mg E7> TOETD
T. AMAEZEINT 26 IUIMgEEE THDEEZXTERWLWTULEL D,

AFY MINIRXA RV 2 ZEEN (TAET B2HDY > b1 v FBRBEAEETT . AFwv NNIHA
RDOFHCTEALLZEN,

*EmDBE

o RGIFEIE 3 BRI T,

oNIAMBFE(FMEE (NNUDMREHEROET)., 55 LE. MigmERPO1 > AU ZRELET,
o /MRIR (BEER/ELAE 10 L) THIERIEETY,

o1 Fvw NI DITILTT,

B TDREIBRYAITTI,

2. AITEREE

KEY MIEAFAEETA AV AUR, B, BRAZRA AU T OO0—F)LFABERIEY
07— I TILHT 2 B4 >F2RX— bUFET®FR RNILAFSSH - 7ES U EESMENMR.
HIRENIZA AU EEB(IC 30 DA >FANR-BUFET. BEOHFE, DIT)LCEOERILAFSS
—UZEBR(TMB)ERIGSEBEF T, RISFHEEOFROFINTELESN. RICOBRLECIZHEOEDN
450 nm (B 620 nm) TIEEAIESNE T, IRAEFA AU VRECEEFEALET . REMRBEEC
MUTHREEZTOY b URERREFRR L. CORERIRN SKRAMRAEP DRENRESNET .

3.F Y hORTF L EERRAIR

FvhE2 C~8 CTHRIFLTLIEEL (REEE) . CORFRETTFY MISMEDOSNILICEEEH T
NIZENHRARE T Y . BRHIROBE IR (IMER LN T K IEE W A UZRERIE(CDEFEL TR
REREBICKIDRHEZRITDHUEEN DD FTITOTRDOOTEATHRELET,

4.Fy MASNCHRERBE OFTvIURS

OFERUK GREB/K) [EEARAIRAERE OERRHERANSREE (AU SF—-E—H—

) OFvIBRAERY N (BUMETFYIT10 UL BEEECERY T4 > TEZHED. KU 100

HL~200 yL ZIEREICERY T4 >0 TE3EM) ERDEERY k(5] Eppendorf @ multipette plus) .

100 UL ZBEHEDEFTEDED OR—/\—FA)ILEDRKEDSHDED (FiF(ICTL— NMIE > 12k%E

BmOR<) [OFE#EE (Vortex 917) OXro0OFL—MNMEESE: (8600 rpm~1200 rpm)  [196

DIV L — RREREH (bNRFELW) F2EFEHE> 0% D)L —hJ—5F—@50+10 nm .
620 nm : 600 nm~650 nm) OF—%:tERY I NI
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5.48 %
¥ Bk mm R EE "5 =
A oo Pt WP | 96 wells(8x12),/1 1%
(B) Standard Insulin solution (200 ng/mL) JOy—
A~ R ST (200 ng/ml) FIREEA 25L&
(€) Bufer soluion TDFFER 50 mL/ 15K
B el e PREER | 10, 1%
O e e PR ey AR 20 pL/1 K
(F) %ggfgﬁg)(TMB) ZOEEEF 12mL/1 &
() Stop Soleen aa | zoxHEE 12mL/1 &
immamaon, om0 FARUAE 100 mL/ 1
Plate seal
JL—bh2—=)L 3
Instruction Manual 180
EiREREAE 8
6.:EDAR

*x Fwv ROREIFERFICKHITERQ20 C~25 C)ICRLTLIZEL 2BFBMINEZRZTY).

*5.T [ZOFFEA] EHIAEIEREEBTDOELTORETHERTETEI. [FIREFER] &HDED
[CDWTIETFERDEECTHELUTLSIZE,
$AE(CHBRDTZIFREERAR O TS ESTVYY (CHRARBRCEBRBVEDELEELY),

€y gy e

[(B) Standard Insulin solution (200 ng/mL)] ; EZXEphiR{ERL A

(B) Standard Insulin solution (200 ng/mL) (&%) <& (C) Buffer solution Z{# > TIRERRZFAR LT
=0\, FERIF—HITY, XulU/mLIBE(E 26 IlUmg TIToTHDFET (4> ~OSY IS 3> B8B)

BEBRROBE (C) Buffer solution =E (ng/mL) BE (uU/mLX)
BERRER 10 pL 190 uL 10 260
10 ng/mL &7 100 pL 100 pL 5.0 130
5.0 ng/mL &7 100 uL 100 pL 2.5 65.0
2.5 ng/mL & 100 pL 100 pL 1.25 325
1.25 ng/mL &R 100 pL 100 pL 0.625 16.3
0.625 ng/mL &7 100 pL 100 pL 0.313 8.13
0.313 ng/mL &7 100 pL 100 pL 0.156 4.06

0(Blank) 100 pL 0 0

[(D) Biotinylated anti-insulin antibody]
10 L ZFD DI CTE 2272 IR L TWLET,
i=AAR 7 (C) Buffer solution T 4000 f&(CHAIRL TLIZELY QEERARZOBHLET),
[(E) HRP-conjugated streptavidin]
20 L ZRD D TEI2ZRMLUTVET,
=A% (C) Buffer solution T 2000 f&(CHAIRL T IZELY Q EERRZEBHLET).
[( 1) Wash stock solution (10x)]
IETEEER(10x) 2 =ERICSNIBRIK (EREBK) T10EICHIRLTIIZE0,
{5 : 100 mL ODIRAESEFR(10x)+900 mL DFFRIK (FREB/K) (96 D TILETEERT D15S)

(HRBEOREN L REFHE]

(A) Anti-Insulin coated plate
KEA (FEHREBZFR > ITRETS —)LZRIA L TULVRW) FREBIE X U w T (FEIRD Sy TS —
WIWDICRUL, ZDFEF 2 CT~8 CTHRIFLTLE V., BIHRALTELZREEFT,

10



LBIS Mouse Insulin ELISA Kit

(B) Standard Insulin solution (200 ng/mL)
Fv hEREUTEATIREMERAT IERICHBEIDEDEUARARL. EKDDRERIIERCE
SIRVWTESLICEZ LMD ER®. 2 CT~8 CTHREFELTLIZEV.,. BIHIRAZEGZREFT .
ARULELBREBFREIES(TEAL. REELRRVTLIZE0,

(C) Buffer solution BT}F) Chromogen (TMB)
—EDBERZERA T DRENEBEL DD UEZHDEZFIDELR(CE L. EDEFERICERSIIRVNTESI(C
EZUoMDEH. 2 T~8 CTHREFLTLLZE, BMHIRARZEREZREET.

(D) Biotinylated anti-insulin antibody B¢T}ME) HRP-conjugated streptavidin
Fv bZEDEIUTERT IREHEREF SHEEIDBRDE UATFRARL. EKDDRRIIERICES/RL)
TESICEZ UMD ERD, 2 T~8 CTHREFEL TSV, BMHRNTZESHZHR5F T, FA%
DDOFBIRBAHRITEREL TIZE,

(H) Stop solution
FRARDZREFIDIHEE. EZULoMDERMAD. 2 T8 CTHRIFLTLZEL, BMEARRANZEHE
ZIREET,

(1) Wash stock solution (10x)
=BT RR(10X)ZRIFITDIHEAE. EZUOMND LD, 2 T~8 CTHRIFELTLSZS V.. BHHAR
NLZEMZREFT T, ERKDORIRNBEHTRERIEREL TIZEU,

7 REDHAH

AFv MEIYORMEFZ(EMEBE (NUDMBZHFERSUEY). BELE. @R EFO1r>) >
ZRELUET,

RIR(IEREUE I < (THRIFETDh. — 35 CUTTERERFLUTLSESV,, EEUIEEAERESHIE S DERIC
FERUTEDCERLUTLIZESV, DR UDFRERARTETTSIZE0\. EUVERAEBSNRRVWRRIC
RDET,

oA U JEARA OB IR BARIK (IENIRNT K 0N,

XIMBEDDHE (SIRE - idMF) &HEIT S BCFEREDRDIEE (¥Ll:) - BMABVESIIREMEREDFRE &
BRBIGENBDEFITOTAECHERAUBRWNWTSEEZV. xF Y hDIEE, iBM(E 40 mg/dL Bl ETHEIRNET,

o5 D RUNBY DS DIRIK IR LD EEE CREZATE (CRAWTLSIZEEL,

og£¢%§®$$§‘b‘;ﬁb LULVRIRIE, B—HRIK(CHNT,. BIRSB 2 R > MALOFRETHIREF =
ERL T ZE0

HRAREFINT DHEE. BN UHRBRESTRAVWTEER CHERUAED TILICOFELTLIEE0),

(IRIFEDREMEEREFHIE]

AR BBRBEREOTOT 7 —C0BETZINZ Dz, RMIFICHLZEEN 100 KIU/mL~500
KIUmL 7 TJOFZ>ZHMUTRET D EZ2EBHULET ., £io. REICREITDHS(E. —35 TYU
T CTORBREZHERELUFET . RDIRUDFRERER(LEHTTIZE0\. (KIU : kallikrein inhibitor unit)

8. AITEIRIEE

FORRERIBDDRIR(CHF T DREZRIE D THRUL TS ZEL,

FABERBIE T L — b2 —)LiE. TL— MARDICERICE D THERINLTLIZE0,

(1) HENMUHRARUEHFREZDTILISHEL 4 BER(x Q) UET, TDER—/\—FA)LIREDLE
TITL—hZEFEE(CL. B<MNEDIFBDLDICUTITILICE D TERERDBREE T,

(2) BITILICEAFUEENA > RU AR 100 yL I D3FLET. ¥ro0O0TL— MREDERRE
ZRAWTE#H(xQ)LET,

3) BUSAIED T)LICI&RAEZ 10 ML mILET,

(4) ZEERAED TILICREEDEERRZ 10uL 9 O3ELET,

(5) <+ o0FL— MRESBRREEZRAVWTER(x@Q)LET,

6) TL—bh>—)LZEBED, =R(20 C~25 C)T 2 BREFE(*Q)LET,

(7) RIHETH., RIGRZB TREREZITIVLISHELU. 4 BEER(xOQ)LET. ©DE. R—/{\—FA
IWIRREDETTL—hEFEZ(CL, BLKMEDIFBLDCLULTIDILICEKSIERERDBFREET,

(8) BIITILICNRILAFIA—T - PESAEEWZ 100 L I D5ELET ., 70T — MrESSR
REZAVWTEH(xQ)LET,

Q) TL—h3—ILERED, FR(20 C~25 C)T 30 DRERBE(xQ)LET.

(10) RIS T#. RIGRZIE TRAEREEZITIVISHZU 4 BIEF(x O)UET . TDE. R—/\—FA)L
REDETTL—FEHEE(CL, BLMNEDIFBLDCULTITILICHE S ERERDBREET,

1) FEOTIVICRERZ 100 L IO ELE I N0 L — MEESFRREZHAWTEH(xQ)LET,

2) JL— b2 —)L&BED. =R(20 C~25 °C)T 30 DREEHE(* Q) LET .

3) FUTILICKIMZIERZ 100 yL 37D L. RERIEZFEILEUET,

4) BE(x Q)& BEICNro0TL— MRABHHESTT 450 nm (BEER 620 nm) TORFEEZAIE U
F9 ., 8IKRE(E 600 nm~650 nm DEF CHERTEET,

(*D). (x@). (xQPUEFIEMIE (14, 15 R—>) ZSESBLIIZE,

—_— - -

(
(
(
(
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LBIS Mouse Insulin ELISA Kit

9.518

(AIER (CAREIRZ/FR U . MSafA L X SaeRESRRE(ng/ml). Y SEREDRERMIRT
S IR U TLSIEEN,

QUZHERIREL D BRIARDIRIE (TS T DIBRE (ng/mL)EHRAHEDET,

* FRARDINEDZERFEIRE K DN TZI5E(3(C)Buffer solution (C CEXERICGRAR UBEIEEEMBL T
<IEE0N
KEEYIRT(E, 3RZBIERFZ(E 4 F2(E 5 /IS A—F—DEREHBEHEHUET,

4
=
Z 100 F
N
d
3010 |
3
2
% 001
01 1 10
Mouse Insulin T [ng/ml]

DS D (IZHEMIFHITT (HEL AERRBICRIDEEUET).
* 7L — ~U—4—(3 SUNRISE RAINBOW(TECAN)% f&FH

10.F v bODIEEE
o Rl &G [H]
N IORAA >R > % 0.156 ng/mL~10 ng/mL O&EHE TRIE TEE I,
o FEM
F'*EJJJF% SZAR+wv T ﬁ'mbtﬁ*%(iu&%@t&b‘bf@'o
RAEME. 10 ng/mLBERDT -5 T, + : XEBD /- | EEL

ez REM 1R{A% REM
NJIR C-RTFR - Sy b AU +
NOX JOA4>RU> + e~ 12XV +
A5 ER (7w rRZE)) (10 BHIE. 4 #4F) 13 C.VAE(L 10 %Ki

BRI (VY ARZEE) GEAE. 3K 4 BRE) 19 C.VAE(X 10 %Ki
o NNEIUGHER
2 MBIRIK(CERIZD 4 IREDA > A 22 VAIE UTZHER. BIINER(L 94.9 %75 101 %
o FARIERRIE
3 BRI E G (CARIRAEER T 3 BRRERIR UAIE UITHESR. EAREIFD R2(£0.993 75 0.999

1.85E
NORA AU ZEIEE 15 1.59 ng/mL~3.83 ng/mL BE#EmE 0.622 ng/mL~2.11 ng/mL
dbf&E : C57BL/6. KK-Ay. BALB/c. ICR. lfff. 7~8 Biin. A¥aeE. 8 [L~12 L /#f&E. [ME /MR
BB, FRINEF RIMREZFICIDAEMBEZEEBUEIDT. COAEMBIFERZEUTHRENSIZE0),

12.83JW>1—F1 20 & QBA
e IR TDITILTDORIEHEG
RRELUTEZSND L
) —%DDb*ﬁﬁF@lﬂn_Aﬂo
)%@(L %Lj%uﬂi/glﬁmln:u\no
3R BICEHET SHEBRDEDEX PHFHARTR.
ORIV AF A —CEERIERIDEA.
5F v MREREDFE (RELITHER).
6)7 L— bOOBERITRSTF.
7Y FEEROBEEMEN D .
o B/ MEEERREE(0.156 ng/mL)D OD EL DT S>27 OD EL E LK 712D
FRRELTEZROND L

12



LBIS Mouse Insulin ELISA Kit

- e SEEAIRNEY, A2 THOlE. WRILAFISF— - FED AV ERISEOFREE 4 [O]
R UFET 5 E~8 E(TE» LT ZE0N,)
o ZTHNREL(CVIN AN
FEREULTERSNDCE
NEEHNNEY, A2 Thol.
QNEHERDOEIRIME. FEIRERDIBIENARTED THole (FERIEDEH(ITED (CTITo>TLESELY),
3ERYF o DIREN—ETE D o 1.
eQ-1: Fv NMINEIUTERI B ENTEEXIN?
A1: TEFEYI, TL— MBS NIEERS —I)ILZX MUY TOBIICZ > THY A —RETUIDEELT
TEERLLIEEWV, FARULRVWTL— NI — LR EIRETHBEICRE LTS EE0,
oQ-2: JL—hEEDHULESTTILORSTHRIENAD TLELEAMBATIH ?
A-2 . BEF C(HMREEZERNTIELTHD XD,
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LBIS Mouse Insulin ELISA Kit

(AEFIIZEEFTYVIVURARN]

U
U
O

WS EURERAE T —

Tt U CIRARSRAT, RIERM. AIESEEERBATERIERITD T IZEL,
DI — b~ HEEEFTDICERQ20 CT~25 C)CRULTLESV, ERIEIC(E 2 BFRAGLSE
EETRRDEIR ¢ BRESNIZRBRIKT. 10 BICHERLUTIZE0N,

BRERROFHIR (B) : BRAESNITEERT. FIRLUTIZE0,

EAEERER
10 uL

BER
190 pL

e

100 ul

EENR
100 plL

5.0

100 ulL

BER
100 pL

2.5

100 ul

BENR
100 plL

1.25

100 plL

EER
100 pL

0.625

ng/mL 10
EAFAEETA AU ZHUARD IR
ER{ESNIZEER T 4000 B(ICHRLUTLSIZELN,

SZEREFEBIEN U CREEIRER

O ¥uARER{E 96 D)L —

4O CRERBRER. BSIOROAEDE)

EAF AEEIA AU HUR

1E#

®K Fl2E REAIUBR

B, =R (20 C~25 C). 2 KK, BE

RIVAFIA - - PTESEEMDOER. BRMESNICEERT.

2000 fE(CHARUTLIZEV) . HBIRBRORARSIE—RISPHICITD,

2 BRI ZzHBHUET

4 O CRERBRER. BSIORDAEDE)

RIVAFZ ST - FESAEEW

1B, =R (20 C~25 C). 30 NERIG. BFE

4 CRERbRER. BSICRBRDE)

FER(TMB)

IR, BECKDBRICERE

B, =R (20 CT~25 C). 30 DRIXRIG. FRE

RIAZ1ER R (C D EHWER

DER. BECKDHIEGBICERE

B (BE5(CER)

BS([CIRAERE (FEE 450 nm. &iEE 620 nm:600 nm~650 nm)
BREEFT L — hNEAROBENEZF v > ILUET

O 0O 0o 0o o0 oogogo o oogo-godd

TMB h'ER{EEhTWS Z L 2R

100 uL

EBER
100 plL

0.313

2 PSR HBHLE T,

100 L

10 pL

100 pL

100 L

100 pL

100 plL

BENE
100 ul

0.156

*®

*Q

*Q., *0®

*@

*Q, *Q

*©

*Q, *®

*Q

(* Q)FEFRZEDTILCHFR. FOUOSDLET 10 MEEEIRDERLFT, 4 BEGRFE. RX—/\—5

AL EICT L — hEFES(CUTNEHERETR(CBREVET ., BRRREROIIR(TSERE LU TROBR
ZBES(COEUET, HERzENRY NCTRIIT IBOREEZR(E 300 UL/ D ITILTY, H—. IVEE
TBRRE(0.156 ng/mL)D OD fBL D IS >4 OD MBL'S < IR BIBEFBERTTED 1 DELT, NLAFS
H—T - PESAGEY ERISEDFEHOIER 4 B2 F CFR T 5 [El~8 BEITIFE™ L T IZE ), jl/ ~
TR FERDBEDENBZ(E 5 mL/ 5~25mL/ 53 (J ZILDRICEKDERDZEY) T, RIS

14



LBIS Mouse Insulin ELISA Kit

BOYILIDFERDH D TIVEID I A ZTSEFELUTSIEE,

(* @Q)BHDEZ(E 600 rpm~1200 rpm-10 #/. 3 [El,

(x QBT I L — b —)LZDEREL T EELN,
TL—bh—ILIRERZIN LT, HE@ET L — MUCUTHDMFITLIZESV. —EBFERUE
TL— b= )UEBERURNTLSZE,

T—o2—h~ ()
Strip 1&2 Strip 3&4 Strip 5&6 Strip 7&8 Strip 9&10 Strip 11&12
A 10 ng/mL 1R 1 1RIR 9 RN 17 1RIK 25 1RAK 33
B 5.0 ng/mL 1RAK 2 1R4K 10 1RK 18 1RAK 26 1RAK 34
C 2.5 ng/mL 1RAK 3 1RAK 11 18RIk 19 1ReK 27 1R1K 35
D 1.25 ng/mL 1R1K 4 1RAK 12 1RAK 20 1REK 28 1REK 36
E | 0.625ng/mL 1RIK 5 1RAK 13 1RAK 21 1R1K 29 1RAK 37
F | 0.313 ng/mL 1R1K 6 1RAK 14 1RAK 22 1R4K 30 1R1K 38
G| 0.156 ng/mL 1RAK 7 1RIK 15 1RAK 23 1RAK 31 R4k 39
H 0 (Blank) 1RK 8 RN 16 1RIK 24 1RIK 32 1RIK 40

S FERARICCHERES LI oY NRSEEEIE

o RUCHREBEREDTOFT 7 —CDEETZEINZ 22, HMFICKRIZEEN 100 KIU/mML~500
KIUmML D7 7OF >R/ MUTIRET B CEEZRBHUET . e, REAICHEREITDIHEE. —35 C
UTTOFREREZHRELUF T, BORUDRGEHIAR T TIZEU) (KIU : kallikrein inhibitor unit)
oELISA EIFATERIBICKDEERZ(TET, BITFRIE. FBRERISHBPIDER : 20 C~25 C (&AL
FrREFAFAR-FIRERE) ZEESFUTLEEV, £e BUR (T7O>0RES) : 0.4 misec BL L.
T2 30 %ERBDREBT CTORITELEITTLLIZSV, LOEEFT., BIEEREERER : 0.4 m/sec AL, 8
E 30 %EXBDIRET TEMI BDHEICIE. BERATYVIDBRERICKE. L — S —ILETD &R,
TEROKISIRFEECIHRET S IESUN,

Bl) A >FaAR-FA, FBAFO—)LEENTHERIGSEDE, AEZEDRIBEM(CKDITRAEN
BIRXBIBENSDEFIDT. FHEBEVEDELIEE,

o BZRT VI TORBERIGIFIC(E. DITILDEZE. BYODEA. BEDRD. DEREOERREZMILET S
B, I TL— =)L ZE>TLIEEN,

OIRR LSRRI CARFINRES BSIRNELDICEFEZDITTLIEETWVN 1 DIV FY IO FEREZSBEDHUET,
oFHRIF 6 ITIL T L — MNMIEATIFTITBENSEEHRATT, AEBITTREFELTLIES0,
LEILRIIMERT BETIIEETT,

oA+ W M ELISASEDHHERSR T Uich. FEHBEED T CTERALL SV, AFERIEFCHETSD
BRICIEERY T DIREOBIRMENRTE Ul ANCHERCIEEU,

EfFL AT v MEMER(IFL, RIB. RERABNZE(CDIF TS,

GREFAETE (CHIFRNWTLEST W, A+t v hORENE> T, B, O, B0, KEZFCHELESES
(FES(CKEBEK TR THEVRITEDIN2ANEZITL). HEBRIZSEEMOFHTERITTIEEL,
oARFvw hEER LU TWLWBIBAT TIIEREPEIEZ LIRWTLIESEUN,
oREFAFIOTERY T4 2T URNWTLIZE0N,

o[V hEESDESHELITEE TENDIRNWT L IZELN,

O IRIRIIRERDEIRMEN DD EDE UL THRDFELUTEDIRO TLESEV. AF v NMIBWIBERDMD %=
SEATVET,

ofFAEAHDIRIK, FHUSEERSE(E1%RILIUS, 2%TILF—ILTILTE REIE 0.1 %A EDR
WIEREF NUDLABRIC 1 BRU BRI TSV FaEA— MIL—THEIELU TEEL T
U\, 18 U ERER RS AR IPA B MR DARE T N C &S ES (T > TEREL TLIEEU),
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LBIS Mouse Insulin ELISA Kit

CAIES]

Git=)

CAIER] CAIEH]

(Ov bES] (B5NHARR]

(fE=]

(i) LER® 412 XU-XYDIRT
(F060— K] 634-01481

(REEZREC) LBIS Mouse Insulin ELISA Kit
[(BREVEESE]

WiEFTT 171V L M HERERINSH
ABRHHARKEEE=TE1&25
Tel : 06-6203-3741
Fax : 06-6201-5964

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