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[LBIS Rat Insulin ELISA Kit (S-type)]
Cat #637-07191
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 Rat Insulin ELISA Kit (S-type) is a sandwich ELISA system for quantitative measurement of rat insulin
(this kit can restrain cross reactivity with proinsulin and assay insulin specifically). 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, 15t 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
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 Rat Insulin ELISA Kit (S-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 20 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
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person. In manual operation, proficiency in pipetting technique is recommended.

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 Dried-plate. 96 wells/1 plate
(B) Standard Insulin solution (200 ng/mL) Concentrated. Use after dilution 50 pL/1 vial
(C) Buffer solution 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 [1Use as a check box

[IDeionized water (or Distilled water). [Test tubes for preparation of standard solution series.
[IGlassware for dilution of Wash stock solution (10x)(a graduated cylinder, a bottle) [IPipettes (disposable
tip type). One should be able to deliver 10 uL precisely, and another for 50 pyL - 200 uL. [JSyringe-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. []A 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. LI1A 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.
*Unit reduction for ylU/mL is 26 1U/mg.
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Volume of standard solution | (C) Buffer solution | Concentration (ng/mL) | Concentration (ulU/mL)

Original solution; 10 yL 190 uL 10 260

10 ng/mL solution: 50 pL 50 uL 5.0 130
5.0 ng/mL solution: 50 pL 50 pL 2.5 65
2.5 ng/mL solution: 50 uL 75 pL 1.0 26
1.0 ng/mL solution: 50 pL 50 pL 0.5 13
0.5 ng/mL solution: 50 uL 50 pL 0.25 6.5
0.25 ng/mL solution: 50 pL 75uL 0.1 2.6

0 (Blank) 50 pL 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.
[(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
900mL 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 them 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.
[( 1) 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.

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 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 kit.

eThe chromogen (TMB) 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.

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

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 rat serum, plasma (heparin is recommended for plasma), 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. 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 40mg/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.
) Pipette 100 pL of biotinylated anti-insulin antibody to all wells. Shake the plate gently on a plate shaker. (*®3)
) Pipette 10 pL of sample to the designated sample wells.
) Pipette 10 uL 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.
7) Pipette 100 pL of HRP-conjugated streptavidin to all wells, and shake as step (4).
8) Stick a plate seal (*@) on the plate and incubate the plate for 30 minutes at 20 °C - 25 °C.
9) Discard the reaction mixture, and then wash as step (6).

(1
(2
(3
(4
(5
(6

0) Pipette 100 yL of chromogen (TMB) to wells, and shake as step (4).

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

2) Add 100uL of the stop solution to all wells and shake as step (4).

3) 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

(
(
(
(

12. Calculations

(1) 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. *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.
*Physiological or pathological situation of animals should be judged comprehensively taking other
examination results into consideration.



LBIS Rat Insulin ELISA Kit (S-type)

Rat insulin assay standard curve (an example)
/ Absorbance may change due to assay environment.
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13. Performance characteristics
e Assay range
The assay range of the kit is 0.1 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.
Substances Cross-reactivity Remarks
Rat C-peptide — At 100 ng/mL
Rat proinsulin Less than 5 % At 100 ng/mL
Mouse insulin + At 10 ng/mL
Human insulin + At 10 ng/mL

ePrecision of assay
Within assay variation (3 samples, 8 replicates assay), Mean CV was within 10 %.
e Reproducibility
Between assay variation (3 samples, 4 days, assayed in triplicates), Mean CV was within 10 %
e Recovery test
Standard insulin was added in 4 concentrations to 2 serum samples and assayed.
The recoveries were 94 % - 101 %
e Dilution test
Two serum samples were serially diluted by 3 steps.
The dilution curves showed excellent linearity with R2=0.999 - 1.00

14. Reference assay data
Mean Insulin assay value: 0.872 ng/mL, SD: 0.6747 ng/mL
Rat strain: Wistar, 4 W - 16 w males and females, ad libitum feeding
Number of animals: 130 / serum

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
el ow 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.
) Contamination of peroxidase enzyme inhibitor(s).
) Influence of the temperature under which the kits had been stored.
) Excessive hard washing of the well plate.
)

~N O o b

owing to low temperature.

Addition of chromogen (TMB) soon after taking out from a refrigerator might cause poor coloration
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eThe OD of blank is higher than that of the lowest standard concentration (0.1 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.
oQ-2: | found 96 well-plate is empty when | opened the box.
A-2: As this kit is dried type, not preservation stabilizer is added.

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.
[JWash 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:

Criginal solution

10 uL 50 uL 50 pL 50 uL 50 pL 50 uL 50 pL
Buffer Buffer Buffer Buffer Buffer Buffer Buffer
190 pL 50 uL 50 uL 75 ul 50 L 50 uL 75 uL
Concentration 4, 5.0 2.5 1.0 05 0.25 0.1

ng/mL

[IBiotinylated anti-insulin antibody(D) : Dilute to 100 times by using (C) Buffer solution returned to
20 °C - 25 °C.
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*(After dispensing wash buffer to wells, lightly shake the plate on your palm for 10 seconds and remove the
buffer. Guideline of washing volume: 300 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 (dried plate)

INo need to wash the plate

Biotinylated anti-insulin antibody

1Shaking (*®)

Samples/Standards

|Shaking (*®), 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

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 20 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.

*®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.

Worksheet example

100 uL

10 pL

100 uL

100 L

100 L

*®

*®

*®

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 5.0 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 1.0 ng/mL Sample 4 Sample 12 Sample 20 Sample 28 Sample 36
E 0.5 ng/mL Sample 5 Sample 13 Sample 21 Sample 29 Sample 37
F 0.25 ng/mL Sample 6 Sample 14 Sample 22 Sample 30 Sample 38
G 0.1 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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Assay worksheet

LBIS Rat Insulin ELISA Kit (S-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 #] 637-07191

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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(A) Anti-Insulin-coated plate
FAERIE 96 DTILT L— bk (BT — hoT) | COFFEA | 96 wells(8x12)/1 4%
(B) Standard Insulin solution (200 ng/mL) o
=t~ 2 EH (200 ng/ml) IR S0 uL/ 1R
(©) Sufiel solution ZDEEEF 60 mL/1 &
O AR5 TS e ARG 200 L1
(F) Ghromogen (TWE) coE@m || 2ml/1A
(% Stop sauton Becarstul | cogzem | tom 1k
e omtra (%) IR 100 mL/1 %
Plate seal
JL—bh2—=)L 3
Instruction Manual 125
ERiRGREAE -
6.5 ZDAR

*x v NOREIFEAFICHITERQ20 C~25 C)ICRLTLIEEL 2 BBMINERZTY).

*5.TC [ZDFEFEA] EHIMFEIEREEBTDOEIEDIRETHERTEEYT ., [HREER] &HD3ED
[CDWTIETFEDEECHELUTLIZE,
$AE(CHEBRDTEITREBLZRAR O TS ESTVY (CHRARBRICEBREVEDELEELY),

(iEE SNz Em]
[(B) Standard Insulin solution (200 ng/mL)] ; {=XEfh#R{FRk

(B) Standard Insulin solution (200 ng/mL) (&%) &(C) Buffer solution Zff > TIRERKRZHAR LU T2
=0\, FRIF—HIOTY ., xulU/mLIBE(E 26 IlU/mg TIToTHEDFET (4> rOSY IS 3> B81B)

BERRDEE (C) Buffer solution =E (ng/mL) BE (uU/mLx)
BEERRER 10 uL 190 uL 10 260
10 ng/mL & 50 pL 50 pl 5.0 130
5.0 ng/mL &R 50 pL 50 uL 25 65
2.5 ng/mL &R 50 pL 75 uL 1.0 26
1.0 ng/mL &% 50 uL 50 uL 0.5 13
0.5 ng/mL &R 50 pL 50 uL 0.25 6.5
0.25 ng/mL &% 50 pL 75 uL 0.1 2.6
0(Blank) 50 pL 0 0

[(D) Biotinylated anti-insulin antibody]

200 yL ZFTEN DA CEDEZ MU TULE T @K%z (C) Buffer solution T 100 f&(CHRIRL TS IZ &0,
[(E) HRP-conjugated streptavidin]

200 yL ZFTEN DA CEDEZ IR U TULE T iEiER %z (C) Buffer solution T 100 f&(CHRIRL TS IZ &0,
[(1) Wash stock solution (10x)]

IEETER(10x) 2 BRIESNIABRIK (FRBK) T10ECHRLTIZE0,

£l : 100 mL OIEMESEFR(10%)+900 mL DFFRIK (FZREB/K) (96 D TILETZFERT BHE)

(HBEOREM LFRFHE]
(A) Anti-Insulin-coated plate
KEA (DEHREEZR D ITIRRE TS —ILZRIN L TLVRWY) FUAEREER b w T (EEED Y TS —
WIS OICRUL, ZDFEF 2 CT~8 CTHRIFLTLESV. BMHARNLZESZREF T,
(B) Standard Insulin solution (200 ng/mL)
Fv hEDEIUTERAT IRHMERITIERCHBEXIDIMDE URIRARL. KDDRRIFIERICE
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LBIS Rat Insulin ELISA Kit (S-type)

SIRNWTES(ICEZ UMD LD, 2 T~8 CTHRIFL TS ZEW\, BMEIBRRNLZESZREFT,
BIRULRIEEBTREES (TEAL. FREQELBVWTLIZEU,

(C)ERER RV (F)REBIR(TMB)
—BDBRZEAT IREMVBEIDDUZHDEZFIDEERICEL. KD FERICERS/RWVWTESIC
EZUoM DB, 2 C~8 CTHRIFLTLSESL, BYIERNLZEMZHREET

(D) Biotinylated anti-insulin antibody 5T E) HRP-conjugated streptavidin
Fv heRE U TERT IEREIMIREG (SHEELDRDE UARARL. KD DRRIIERICR SR
TESICEZUO>MD LR, 2 T~8 CTHRIFLTLIZEV.. BIHRALZEGZREF I, EAK
DDOFRIRBAHRIGFEEL TS,

(H) Stop solution
ERKDZRFIDHBEE. EZLoMD LD, 2 CT~8 CTHRIEFL TS IZEV. BIHRANLZEHE
ZREFT.

(1) Wash stock solution (10x)
IRHETT R (10x)Z2R1F 9 Dina(d. EZ UMD ERD. 2 C~8 CTHRIFEL T ZSL, BRIHIRA
ZEHZREFT . EAKDDOHBIREHFFTFRIIERELTIES0N,

7.1 R4FDRAR
AF¥wv MNMISy bDEFZEMME (NI DMBZEREUEY). BELE. lgmEgthor>X) >
ZHAELET,
IRIK(FIREVE I (THIFE T BN, —35 CUUT THEFRF L TS ZE0V, BiE UEARIK(ZRIE I BIERIC
FREURDICERHLUTLLIEEV,. ##DIRUVOEEMAZTET TSV, IEUVWLWEENESNRVERER
(er\Dig_o
oA U IetR{R o E R BEARIK (IMEDRNT L EE0)N,
XIMERDDHE (SIEE - M%) 2T 3RICFEREDDIES (L) - BonhASVMESEREBEREDRRE &
BBERBDEITOTHEICEAULBVNTL EEWV. F+v hMDIBS. iBM(E 40 mg/dL Bl ETHERRNET,
oﬁD&UT&%@@%@%@E&%&%@@%&MEc%mt<Eémo
IHEYIBDEENED LULVEIKIE. E—RKICHNT, BB 2 R1> NALOFIRETHIRERES
L TL<IEa0N,
RARZEHRINT BIFE(E. HENUHHBRESZRHAVWTEER CHRIRUAEDTILICHELTLSZE0,

(MRADLZEM ERIFITIE]

ARV HEBEREOTOFT 7 —Eo@E 2z 3. ROBFICRZEREN 100 KIU/mML~500
KIUmML D7T7OF > ZR/MU TRETDCEZEBHLFET, Fie. RAICREIDIHS(E. —35 T
TTORBREZMR LUF T, #RDIRUDFRERER(FEHTTZE0\. (KIU : kallikrein inhibitor unit)

8. AIEIRIEE

TR E IR DRIORICHET DEZRIE > CTHRLTLZE0L,

FUABEET L — bD>—)UIE. TL— MARBICERICED THSRINLTLIZE0,

(1) BODILICEAFEERA AU SAUAZ 100 yL FDELET, ¥ro0O0TL— MRESFHRRE
ZRAWTE#H(xQ)LET,

(2) BEREDTILICHEAEZ 10 pL iR LET .

(3) BEMATED TILICRHEEDERERRZ 10 L 9 DOFELET.

(4) XAoOTL—MRESBHRREZANVWTERxQ)LET,

B) TL—hr—JLEEED, R(20 C~25 C)T 2 BHREFE(xQ@)LET .

(6) RIHET#H., RIGRZB THREREZITIVISHEL. 4 BEER(xOQ)LET., ©TDE. R—/\—4FA
IWVRREDETTL—hEFEZCL, BLKMPEDIFBLDCLULTIDILICEKSDIERERMDBFREET,

(7) BIITILIC, RIVAFIAH—E - PESFEEWZ 100 )L $DO3FLET., X720 —MNMREDS
BRREZRAWTER(xQ)LET,

(8) TL—hI—I)LERED., BR(20 C~25 C)T 30 DRERBE(xQ)LET,

(9) RIGHT#. RIGRZEIE THRARZEZDTILISHIZL 4 BIRF(xOQ)LET. TDE. R—/)\—FA)L
REDETTL—hEFEE(CL. BLNEDIFDRLDICLTITILICHE D ERERDBREET,

(10) BITIUCHEERZ 100 L 3 DFFELE T XMOO0TL— MRESZRREZHAVWTER(xQ)LET.,

(11) TL— > —JL&RD, =B(20 C~25C)T 20 HEEE(xQ)LET,

(12) EITILICRIMEIE®Z 100 yL 3 D5F L. RERIEZFEIEUET,

(13) B (x Q). BE(CN1o0O7T L — MESDAAXESTT 450 nm (BIEE 620 nm) TORNEZATE

F9 ., BIEE(F 600 nm~650 nm DEEH CIERATEEI,
(*D). (xQ@). (xQ)UEFIERE (14 R—>) ZZTSEIZELN,

9.518
(1AIES (CIEREMIRZVER UE I . mIHEEAL X MERERRERE (ng/mL). Y Bz R E ORERRD
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LBIS Rat Insulin ELISA Kit (S-type)
SRR LTS IZE0N,

(YREEHRERL D ARADRSEE (CXIGT DIEE (ng/mL)ZFHAED T,

* IRARDIRSE NMEERRIRIREE K DIMNTZ5E(E(C) Buffer solution (C CEEEER(ICAR UBEAIEESENMEL T
<fZEuN,

* EEIET(E, 3IRZBIENEC(E 4 £E 5/ SA—F—DFERZHBEHHLUET .

TOTS T (HEERREITY (RAEE AERBICIDEFHULET).

1.00 /

0.10

Abs.(450-620)nm /IBlank

0.01 ' '

0.1 1 10
Rat Insulin(S type) [ng/ml]

* FL— hUJ—4— (3 SUNRISE RAINBOW(TECAN)% &

10.Fv hOD1EEE
o Rl TEEBH]
v b2 RAU> % 0.1 ng/mL~10 ng/mL QEFE THETEET,
o R4
BEBEZATY FCTRIE UTTRERIFIRERDES D TT,
+ (XEED/ - ZEEU

1B TEM | RERE TR REM | RIRE
Swhk C-RTFR —  |100ng/mLBF| NDRA AZAUZ + 10 ng/mL B
Swhk JOA>RU> | 5%UTF | 100 ng/mL B Er 12U + 10 ng/mL B¥
oiBEEMER (VY ANZES) (8 TRIE. 31&8{K) 19 C.VAE(E 10 %Ki

oBIRIEHER (7yZE) (3EAE. 3K 4 BRH) 13 C.VAE(X 10 %Kit
o A NNEIU G ER
2 MIERIRICERIERD 4 IREDA > A 272 R URAIE USSR BN 94 %HM5 101 %
o FARIERRIE
2 MBIRAZ EG ) (CARIRARER T 3 BRPERIR UAIE UIZHR. EHREED R2(£0.999 & 1

1.28%5(E

S U XAUSRITEME : 145 0.872 ng/mL. Z#ERZE 0.6747 ng/mL
diE : Wistar, Ui, 4 8Ei~16 Bl RErFSEE. 130 L. [MEF \
BB, RIS BRIMRERHCKDAEMBIZESH UEITDT. CORIEMBEFBEZE L THENIZE0,

12.:5TN>a1—F1 >0 & Q&A
e INRTDITILTORIEHEFLN
FEREULTERSNDCE
1)IZERPARIERD AN
FRE(ICEET DRETRDANTI L,
FEE(CEET DHFBBRDED EZI VHIAEAR,
ORI AF A —CEERBERIDEA.
5% v MREBREDFE (RiELIEES).
6) L — hDBEIIKR.
FEERDREMEN DI,
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LBIS Rat Insulin ELISA Kit (S-type)
o5/ VEERRERE (0.1 ng/mL)D ODEL DTS2 OD BN E < 12D,
FEREUTERISNDCE
RN EY, AZTE2THhD/.
(NRIVAFEA T - TED AEEY ERITEDFTHREEL 4 B2 E TR T 5 [[~8 BITIE™ LT IZEUN.)
o ZENMRER(CV)INKEL
FEREUTERSNDCE
N)EENTNEY, A2 Thol.
ONZEMVEBIRME. £ (IMRADENATD TH oIz (RIERADEREFTZ(TIT>TLIZEW),
ERY T o DTREN—ET(FRM o1,
oQ-1:Fv NINEILTERIT DI ENTEEIN?
A1: TEFYT, TL— MNMIEESNTEERS —ILZX NIV TDMEICZE D> THY A —RETHIDE LT

CEALSIEEV. FEARULRVWTL— NI —ILZES IR THEEICARE L T IZEU,
Q-2 : JL— hZBDHUESTTILORICHREFRNMAD TOWEEBATURHMEES DFEAN ?
A2 :REEHDFRBA. COFY MNIFUMETL — NI T ERODTHEDFET,

SAERRAIRBEIO

EEETRIER
10 uL S0 pL S0 pL S0 pL 50 pL 50 uL 50 uL
BER BER BER BER EER BER BER
190 uL 50 pL 50 pL 75 ul 50 uL 50 pL 75 uL
R
ngm 10 5.0 2.5 1.0 0.5 0.25 0.1
SERRTBIRGIQ
EEETRIER
10 uL S0 pL S0 pL S0 pL 50 pL 50 uL 50 uL
BER BER BER BER EER BER BER
190 pL 50 pL 50 pL 50 pL 50 uL 50 uL 50 uL
R
10 5.0 2.5 1.25 0.625 0.313 0.156

ng/mL
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LBIS Rat Insulin ELISA Kit (S-type)
CAEFIEMELEFIVIURXN]
W9 ERGRBAE Z —5t U TRRM. JAIESRMY. RIEREZHBATERIEZIT O T ZEU,
O 9I)LTL—b. ®EEERDICERQ20 C~25 C)CRLTLIZEV., ERLICE 2 BRGLMHE
O SHERPROBIR ERESNITABRK T, 10 ECHIRLTIZE 0,
O BFEFROFHR () : BRIESNIZEERT. HIRUTLIIZSL,

= BRI (ng/mL) 10 5.0 25 1.0 0.5 0.25 0
;gﬁ BEARWL)  ER: 10 V’ 50 \/’ 50* \/’ 50* V’ 50* /’ 50* V’ 0
O  EERWL) 190 50 50 75 50 50
= RE(ng/ml) 10 5.0 25 1.25 0625 0313  0.156 0
Eﬁ EEAEL) R 10 Y’W \/’ 50* \/' 50* Y’5o* \/’ 50* Y’ 50 0
@  EERL) 190 50 | 50 | 50 50 | 50 50 50
O EDEREDRERR

O  EAFUEEHA AU HEORIR ; ERESNITERER T 100 F(CHRIRL T,

EHRIEFESEIAN NCEEIBHR

O $iARE#EE 96 D)L L— b (2T L — 51 7)
1T — NEREARE

EAF ST RY S HUR 100 L
HBEH * @
B FFE BEAIJBR 10 uL
B, =R (20 C~25 C). 2BFHERIE. BB *Q, *®
RIVAFZ S - - PTESAEEMDHIR. ER{CSNITEERT.
100 f&(CARIRL TS ZEV\, FBIRBRDARIE—RICH(CITD.
15E 4 B (RERRER. BESICROREDT) * @D
NRIVAFSAS T - PESAEEW 100 L
[1B#, =R (20 CT~25 C). 30 NiERIt. FHE *xQ2. *xQ
Ve 4 B (BRRRER. BESICRERDT) * O
RE/IMB) TMB HEREENTNSCEZHR 0
IFE. BECIXDEBICEE

B, =R (20 CT~25 C). 20 DRIRIE. FHE IONE1©)
RISEIDE ) A DS IRER 100 4L
DFE. BEICIDEEB(CEERE

R (BE5CHER) * @

B5I(CIREERIE(FERE 450 nm. &K E 620 nm:600 nm~650 nm)
BRI — hERDOENEZF v ILUET

(x QFERZDITIVCHFE. FOUOSDLET 10 BEERIREDEELET ., 4 OhEGFTFE. R—/(—5
AILEICTL— hEFES(CUTINEEERZETE(CBRELE T, HRRBRERDIIESER U TORDBER
EESICEUET, BEREENRY NCRINT IBOREER(E 300 uL/ D TILTY ., H—. B/IVEE
BREE (0.1 ng/mL)D OD fEL DTS2 OD BN E K RDBEFFERSED 1 DELT, NLAFIS
—U - PES AW ERISEDTEREEL 4 D7 RE UFvER T 5 [E~8 (TP LT ZEL. TL— KNk
5%%2‘1@@%@@&7] BH#&(E 5 mL/ﬁ~25 mL/ 5 (JRLDRICKDERDET) T, F—RILE

(* @EHDEZ (L 600 rpm~1200 rpm- 10 ﬁ’J‘F'aEJ\ 3 [,

(*QWEMHIRTERTI L — b —)LEDEBEL T IEEN,

TL— b —)LIHRERZRN LT, MEEmZ T L — MUICUTHDRHIFTLZESW., —EFRUE
TL— b= )LEBERALUBRNTLIZE,

O 0O 0O 0o o0 oo0gogo o0 gogogogao
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LBIS Rat Insulin ELISA Kit (S-type)

J—0>— bk ()

Strip 1&2 Strip 384 Strip 5&6 Strip 7&8 Strip 9&10 | Strip 11&12
A 10 ng/mL &K 1 &K 9 &R 17 184K 25 184K 33
B 5.0 ng/mL 1RK 2 &K 10 18K 18 181K 26 181K 34
C 2.5 ng/mL 184K 3 1RK 11 184K 19 184K 27 184K 35
D 1.0 ng/mL &K 4 1RK 12 184K 20 184K 28 184K 36
E 0.5 ng/mL &K 5 1R 13 1R4K 21 184K 29 184K 37
F 0.25 ng/mL &K 6 1Rk 14 1Rk 22 184K 30 184K 38
G 0.1 ng/mL 1RIK 7 1R{K 15 1R{K 23 TR{K 31 1R{K 39
H 0 (Blank) 1R{K 8 181K 16 1RIK 24 1RIK 32 1R{K 40

& ERRICCHRIES LW EDE> MRSFEEIE

oAU HREREDTOFT V7 —CD@EET 2 Dz, RMEFICHZEEN 100 KIU/ML~500
KIUmML D7 TOFZ>ZFMUTRET D EZ2BBHULET, £o. REICREITDHBEIE. -35 C
DT TORBREZHRELUF T, BROIRUDRIEREF BT TS (KIU : kallikrein inhibitor unit)
oELISA EFRERIBICKDFEZRZITET . ATERE. BERICHBPIOER : 20 C~25 C (EReLE
FEFAFIAR-FIRERE) ZESTUTL S, e, BR (T7I>DREED) : 0.4 m/isec ML,
MEE 30 %RFMDIRIE T CORIE (G ITTIZEV, 2OZEET, AIFERFEERERE : 0.4 m/sec A L. /R
[ 30 %KXHDIRE T CEM I DBE(CE. BRTYVITDEBERICI, TL— b —ILE2T D EITHNER.
TEDX D EE IR IS,

Bl) A >FIR—FAH, BEAFO—)LEENTHERILTEDE. AEZEDRBERMG(CK DR EN
RRJHBENHDFIDOT. FHHlEHSELEHOEIZE0,

o XXV T TORMBERIGIICIE. DT/LDEE. EMORA. BEDRD. DFREOERZHIETD
B I TL—b—)LEMDTIZELN,

O IRIR EERE (CARFNSRE SIRNK D (CREDITTLZEEWV 1 DIV FYITDTERZSBDHLUET,
oFHER(F 96 DITILTL— NMUEATIETIFTEVWEEEHATY, AZBITTERFLTIZE,

o MEIER(IMERT DETIIRETT,

oA+ v I ELISAEDMEZAR T LIz, FIZIFIBBED T CERALKIZEV., AFERIETAETSD
BRICIEERY T+ S IEOBIRENLZE U ANTHERALSIZE,

o EfFIINCAF v MEEP(EIFLR. BRiE. RERABKRZB(CDIF TS,
GAFEMAZRE(CAHIFRNTLIZEV. AFy bORENROT, B, O, O, KEFCMELIES
(FES(CKEK TR (TH VR T EDICSLBZITL. HEIRMZSEEMOFHE TEZIT TS,
oRFvw h2EA L TLWBIBAFTCIFEREEYEZ LIAWT S IZE0,
REFEIOTERY T4 2T ULIRNWTLZE,

o0V hEBSDESHELIFRE TEDRVLTIZEU,

o IRIR(TRHREDBEIREN DD EDE U THRDFZEUTEDRD TS ZEW\e AF Y MNIEMWIBRRDE D Z
BATVET,

oFFIEAHDIRA, FRULCHEREFE 1 %LU 2%TILF—IL7ILTE RERE 0.1 %A EDR
ISR NUDLABRIC 1 BRI BRI TSV EeFA— ML - RELEUTREREL T Z
=0\, R U B R R DR RE PR OARE TN CZ MO ES (> THREL T ZE0,
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LBIS Rat Insulin ELISA Kit (S-type)

CAIES]

(FriE)

CAIER] CAIER]

(O ~ES] (B3hHARR]

(%)

() LER® 41> XU>-Zv bk (SHAT)
(F0¥e 01— R 637-07191

(ZR5E3R5EC] LBIS Rat Insulin ELISA Kit (S-type)
[BREVEEE]

RiEFTTT L7V L A ERASH
AR EEA=TE1& 25
Tel : 06-6203-3741
Fax: 06-6201-5964

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