FUJFILM LBIS

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

[LBIS Rat Insulin ELISA Kit (U-E type)]
Cat #636-05581
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 (U-E type) is a highly sensitive sandwich ELISA system for quantitative
measurement of rat 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, 15t 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 Rat Insulin ELISA Kit (U-E 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.

1



LBIS Rat Insulin ELISA Kit (U-E-type)

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.

o 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 (5 ng/mL) Concentrated. Use after dilution 500 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). [1Test tubes for preparation of standard solution series. [ 1Glassware
for dilution of Wash stock solution (10x) (a graduated cylinder, a bottle) [1Pipettes (disposable tip type). One
should be able to deliver 10 uL precisely, and another for 100 puL. [ISyringe-type repeating dispenser like
Eppendorf multipette plus which can dispense 100 pyL. C1Paper towel to remove washing buffer remaining in
wells. [JA vortex-type mixer. []A shaker for 96 well-plate (600 rpm - 1200 rpm) LIAn automatic washer for
96 well-plate (if available), or a wash bottle with a jet nozzle. [JA 96 well-plate reader (450 nm + 10 nm, 620
nm: 600 nm - 650 nm) []Software 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 (5 ng/mL)]
Make a serial dilution of master standard (5 ng/mL) solution to prepare each standard solution
(39 pg/mL - 2500 pg/mL). *Unit reduction for ylU/mL is 26 IU/mg. (Refer to 3. Introduction.)
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Volume of standard solution (C) Buffer solution | Concentration (pg/mL) |Concentration (ulU/mL)
Original solution: 100 pL 100 pL 2500 65
2500 pg/mL solution: 100 pL 100 pL 1250 32.5
1250 pg/mL solution: 100 pL 100 pL 625 16.3
625 pg/mL solution: 100 pL 100 pL 313 8.13
313 pg/mL solution: 100 pL 100 pL 156 4.06
156 pg/mL solution: 100 pL 100 pL 78 2.03
78 pg/mL solution: 100 pL 100 L 39 1.02
0 (Blank) 100 pL 0 0

[(D) Biotinylated anti-insulin antibody]
Prepare working solution by dilution of (D) with the buffer solution (C) 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 buffer solution (C) 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
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 (5 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] & [(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.

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 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 As 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 rat 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 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 layers of paper towels 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 (*®).

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

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

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

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

(7) Discard the reaction mixture and rinse wells as step (1).

(8) Pipette 100 pL of HRP-conjugated streptavidin to all wells, and shake as step (5).

(9)

10)

11)

12)

13)

14)

Stick a plate seal (*@) on the plate and incubate the plate for 30 minutes at 20 °C - 25 °C.
Discard the reaction mixture, and then wash the plate as step (1).
Pipette 100 yL of chromogen (TMB) to wells, and shake as step (5).
Stick a plate seal (*@) on the plate and incubate the plate for 30 minutes at 20 °C - 25 °C.
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, 620*nm) immediately using a
plate reader.
*Refer to the page 7 for notes of *@, *® and *@.

(
(
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(
(

12. Calculations

(1) Prepare a standard curve using semi-logarithmic or two-way logarithmic section paper by plotting
absorbance* (Y-axis) against insulin concentration (pg/mL) on X-axis. *Absorbance at 450 nm minus
absorbance at 620 nm.

(2) Using the standard curve, read the insulin concentration of a sample 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.
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Absorbance may change due to assay environment.

13. Performance characteristics

eAssay range

The assay range of the kit is 39 pg/mL - 2500 pg/mL.
If some samples show absorbance more than that of 2500 pg/mL standard, please repeat the assay
after proper dilution of samples.

e Specificity

The antibodies used in this kit are specific to insulin. Cross-reactivity of the kit is shown below.

Substances

Cross-reactivity

Substances

Cross-reactivity

Rat C-peptide

Mouse insulin

+

Rat proinsulin

+

Mouse C-peptide

Human insulin

+

*Cross-reactivity at Conc. 2.5 ng/mL.

ePrecision of assay

Within assay variation (3 samples, 8 replicates assay) Mean CV was within 10 %.

eReproducibility

Between assay variation (3 samples, 4 days, assayed in triplicates) Mean CV was within 10 %.

eRecovery test

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

The recoveries were 94.1 % - 101 %.

eDilution test

Two serum samples were serially diluted by 3 steps.
The dilution curves showed excellent linearity with R>>0.992.

14. Reference assay data

Insulin assay data in fasted rats, assayed in duplicates.

Mean assay value: 245 pg/mL

Standard deviation: 72 pg/mL

Rat strain: SD, Number of animals: 8 males, 6 weeks of age.
After fasting for 24 hours. Serum was used.

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
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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.
e|ntense 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
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.

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 to 20 °C - 25 °C for 2 hours.
[JWash stock solution (10%) concentrate 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

100 pL 100 pL 100 pL 100 pL 100 uL 100 pL 100 pL
Buffer Buffer Buffer Buffer Buffer Buffer Buffer
100 pL 100 pL 100 pL 100 pL 100 uL 100 pL 100 puL
Concentration
pg/mL 2500 1250 625 313 156 78 39

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

1Shaking (*®)

Samples/Standards

1Shaking (*®), Incubation for 2 hours at room temp. (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 room temp. (Standing(*@))
|Washing 4 times(*@)

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

1Shaking (*®), Incubation for 30 minutes at room temp. (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.)

100 L

10 pL

100 uL

100 uL

100 uL

*®

*®

*®

*®

*@®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

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

LBIS Rat Insulin ELISA Kit (U-E-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 #] 636-05581

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



LBIS Rat Insulin ELISA Kit (U-E-type)

TAFT A 2023 F 7 B 1 HeET

COEFBHERZECBAVWCEESELUTHONESTEVET . MHEACERLTEFY MIEBSNZEERERIAE (CiE >
THEZRMEL TSV, FFY hZHHTITEARICIRESNDHEFERD [@ERARCIHRIRS LI toE> ~
ROEFEHIE] ZZHBOLETEALSIES,

I LERXR® 412U -5v b (UEEFALD) | HURGREAS

1.4>805023>
AR NI DS IV RE (BRE) @ B iS5 DmEN3NILES T, DFE(FH 5800,
FHER 5.4 HADEBETY ., A6-A11. A7-B7. A20-B-19 T S-S #ESZHA L. BEMSRU\E Zn DFFELR
WHHAKBERTE 2 ERZERLUEITN. PHTZnFEFCTEZn 2 @AZST 6 2ARZHKALET,
BF. B3R, RERAHEMEENEB/MEMMBEB TIN,. TNETNSROKIDSMERZRUE T,
FF @ JUd-5>aRiEE. ERERKIEE. EIEESHRIEE. YEFIFOMRE. FEFTAIH,
FREY @ #E. V=B, K OMRERSESEMEKR. U -5 > aEE. EEAE/KIEE. EEDARIDE.
RERRHERE : J)LO—XOMRREEHEXR. FERFEESRIELE.,
A >R (FHIIBAT 1 ABEOT O > AU > DR TERRSNIEE. 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)DiER R IE
HUTWET, BIFICISA >R (CDUT 1st International Standard, 1986, 25.7 lU/mg. 74541 > X
> 1st International Standard. 1986. 26 IU/mg ZiRHI D LS(CIRDF L. £ hDIFE. JBEAICAL
SNEIDT. ZNUCEDETE hDOBRKRIEETORIEES IU TRIRIDIAMEFTIN, B TIEES
THROTZANERNTU L D,
FERDLS [CHEA > 2> FE NT 26 IUmg. 3T 25.7 IUmg. 74T 26 IU/mg EF> TOETD
T. AMAEZEDT 26 IUMgIEE THDEEZTERWLWTULL D,

AFY MISTY bR ZEEN (TAET BHDOY > BAy FRERBFATEETT . ATy NMNIHA
RDOFHCTERLTES0N,

*EmDBE

o RGIFEIX 3 BRI T,

oo NIBEZFEZ(FMERE (NN D MEREHER U FET) . 15E5 BE. fiigmbitor > AU ZHFELUET .
o E/MRIN (R LAE 10 uL) THIERIEETY,

o1 Fvw NI DITILTT,

o B TDREIBRYAIT T,

2. ;M EREE

KEY MIEAFAEETA AV AUR, FfEm. BRIAZRA AU T OO0—F)LFUABER(EY
07— I TILHRT 24 >F2R—- bUETHFR NILAFSH - FES D EESWEIMNR.
HRESNIZA AU EEB(IC 30 DA >FANR-BUFET. BEOWFE, DIT)LCEOERILAFSS
—UZEBR(TMB)ERIGSEBE T, RISFHEEDFROFINTELSN, RICOBRECIZHEOEDN
450 nm (&K 620 nm) TIEEAIESNE T, IRAEFA AU VRECEEFHALET . RERBEC
MUTHREEZTOY b URERIREFRR L. CORERRN SRIAMRAP DRENRESNFT .

3.4 Y hOERTF L EERRAIR

FvhE2 C~8 CTHRIFLTLESLY (RIEEE) . CORFRMAETTFY MIFMEDSNILICEEEH S
NIZENEARARE T Y . BRHIROBE 2R (HMER LRVNT K IZE W, T UTZRERE(ICDEF L TR
REREBICKIDHEZRITDHEEN DD FTITOTROOEAZTHELET.

4.Fy NASMCHRERBZE OFTvIUXR S

OFERK GREB/K) [EEARAIRAERE OERRHERANSREE (AU SF—--E—H—
) OFvIAERY b (EVMETFY I T 10 UL EEEICERYFT 4 >0 TEDED. KU 100
UL ZIEHECERY T I TE3Hm) LiEHEDEERY K (5 Eppendorf 3 multipette plus). 100 uL
HEHEDETETDIED OR—/I\—FAILEDRKEDSHDED (FRECTL — MK IERZE DR
<) OB (Vortex 917) ONro0OFL—MNRESER (#9600 rpm~1200 rpm) (196 D x)L
JL— bEGEH (bnidirELW) £2EEHES 096 D)L L—KJ—45—(450+10nm . 620
nm : 600 nm~650 nm) OF—%5tERY I DT



LBIS Rat Insulin ELISA Kit (U-E-type)

5.4&
¥ Ak oo A RE B =
A e bt PR | 96 wells(8x12),/1 K
(B) Standard Insulin solution (5 ng/mL) JOy—

Bt A > 1) B (5 ng/mL) AR 500 uL/1 5
(Q%%%“mmn TDOFFEHA 60 mL/1 K
TSRS RREER | 20u/1%
A e wam AR 200 pL/1 K
(F) %g%??&g)(ws) ZOEFH(EA 12mL/1K
() Siop Solien e TDEFEA 12mL/1 %
o ) AR/ 100 mL/1
Plate seal
TL—h>—)L 3K
Instruction Manual 125
ENGRIAZE =

6.5 ZDAR

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

*5.T [ZDFEFEA] EHIMFEIERCEBTDOEEDIRETHERTEET ., [HREER] &HD3ED
(CDWTIETFEDERECIRELTSIZE,
$HE(CHEBRDTEITREBLZRAR O TS EETVY (CHRARBRICEBREVEDELEELY),

O Ty g e )
[(B) Standard Insulin solution (5ng/mL)] ; I=#ER#R{ERL A

(B) Standard Insulin solution (5ng/mL) (&) &(C) Buffer solution Z > TIREFRZHAR L T ZSL,
TEEFE—HITI., XulU/mL EI(F 26 IlU/mg TIT> THDFET (1> ~OF OIS 3> 508)

RERTRDEE (C) Buffer solution = (pg/mL) EE (uIU/mL3x)
REERRIFER 100 uL 100 pL 2500 65
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1250 pg/mLi&#& 100 L 100 pL 625 16.3
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313 pg/mL & 100 pL 100 pL 156 4.06
156 pg/mL AR 100 uL 100 pL 78 2.03
78 pg/mL & 100 pL 100 pL 39 1.02
0 (Blank) 100 pL 0 0

[(D) Biotinylated anti-insulin antibody]
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[(E) HRP-conjugated streptavidin]
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[(1) Wash stock solution (10x)]

BT RR(10x)ZBRIESNIABRUK (FREBK) T10ECHERLTIIZE0,

{5l : 100 mL OIEHEFEFR(10x) +900 mL DFFEIK (FEE/K) (96 D TILETZERTDHS

(HEOREM L RFHIE]

(A) Anti-Insulin-coated plate
FERA (SEAREEZFR > ITRREETS —)LZFIN L TLVRW) FERERBER U w T (FEIRD Sy TS —

10



LBIS Rat Insulin ELISA Kit (U-E-type)

WIS OICRLU, ZDFEF 2 T~8 CTRIFLTLESV.. BIHAIRALZEHZREE T,

(B) Standard Insulin solution (5ng/mL)
Fv hZEDEIUCTERTIRIMERITIEMCHEBELDEDHE URTARL. ERDDREREERICE
SIRVWTESICEZULO>MD EMsD. 2 T~8 CTHRIFL TSV, BMEARNEZEEHZHREF T,
FRULBRREBTREES (TEAL. REELRRVTLIZE,

(C) Buffer solution BT}F) Chromogen (TMB)
—EDBRZEEAT IREMVEBEX DD ULHDEZFIDEERICE L. KD EERICESRVNTESBIC
EZ UMD, 2 T~8 CTHRELTLIZEV. BMHRANEZERZREET.

(D) Biotinylated anti-insulin antibody B¢T}E) HRP-conjugated streptavidin
Fv bZEDEIUTERT IREEREF SHEEI DD E UATFRARL. EKDDRRIIERICESRL)
TESICEZ UMD ERD, 2 T~8 CTHRIFLTLIZEV, BMIIRNEZEMZREEFT . EAK
DOFBRBHRIIFEREL TIZE,

(H) Stop solution
FRAKDZREFIDHEE. EZULoMD ERMAD. 2 T~8 CTHRIFLTLZEV. BMHARANRZE Y
ZREET,

(1) Wash stock solution (10x%)
AERR(10x)ZRIF I DIEEE. E2UO>NMDERD. 2 T~8 CTHRIFL TSV, BINHAR
ALZEMZREET T, ERKDORBINBEHTRERIEREL T,

7 REDAR
AKF¥wv MNISwY MMIEF(EMME (NN D miEE#ER0xd). BB LE. fiigdEgathor>X0 >
ZRAELUET,

OIRAK(IIEREVE I < (TRIFE I BN —35 CUT THEERGFEL TLSIZEV, HiE UTEARK(ZRIE I BERIC
FERUTEDCERLUTLIZEV, DR UDFRERARTETTIZE0\. EUVERNAEBSNRVWERERIC
RDE9T,

oA U IEtRR SR BERIK IMEDRNVLT L ZE0),

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 DIRAK (LR DD EEE THREZRTE (CAAWTIZE0,

-?E%é@%ﬁb\;ﬁb ULVRIKR(E, B—RIKICHNT, B12D 2 R1 > MNALOFIRERTHIREIRE S
AL T IEEn

MRAEFINT DHEEE. HONUHRBRESEEZRAVWTEER CHERUAED TILICHFELTLSIEE0,

(MRADLZTEME ERIFTTIE]

ARV BBRBEREOTOFT 7 —C0BETZINZ Dz, RMBFICHLZEEN 100 KIU/mL~500
KIUmL 7 TOFZ>ZRmMUTRET D EZ2PBHULET ., £fo. REICREITDHSE. —35 TY
TCTORBREZHERELUFE T, RDIRUDFRERER(LETTIZE0\, (KIU : kallikrein inhibitor unit)

8. AITEIRIEE

TRRERIGHDRIRICHFET DREFEZAI B> CAHAEUL TS ZEL),

FURBEIRRIE T L — D2 —)LIE. TL— MO RDICERICE> THSRNLTLESU,

(1) BSMUHRARUEHEEFRZZDTILISHELU 4 BIEFR(x Q) UET, TDER—/\—FA)LIREDE
TITL—bhZEFEE(CL. B<MNEDIFBDLDCUTITILICER D IERERDBREE T,

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

3) BIKRIED T )LICHEHEZE 10 ML AIUET,

(4) BEEGIED T)LICREBEEDEERKRZ 10 uL IOMELET.

(B) YOO —MRESBRREZAVWTER(xQ)LET,

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

(7) RIS THR. RISRZRTEFREEDTILISHEZELU. 4 BER(xOQ)UET., TDE. R—/\—4H
IREDLETTL— hEFS(CL. BLNEDIFBLSICLTIOTILICE D TERERDBREET .

(8) BIOIILIC, NILAFIAH—C - PES#EEYZ 100 L 3 DFELET. ¥X17o0O0TL—MNMREDS
BRIREZRAWTERH(*xQ)UET,

(9) FL—b>—)LZEED, Z=B(20 C~25 °C)T 30 DRBEFBE(*Q)UET,

(10) RIGHE T, RISRER TRFREESITIVISHEIEL 4 @ERSR(x Q) LET, TDE. R—/\—5FAIL

REDLETTL—REHBES(CL. BLMNEDIFBRIDICUTIITILICERSIERERDBREET,

EBITIUVCRERZ 100 L T DELE T MO0 L — NMRESHREEZRAVWTER(x@Q)LET,

TL— k2 —)LERED, =R(20 C~25 °C)T 30 DREEEE(*x Q) LET.

I TIVICRIMELERZE 100 yL 3D E L. HRERIGZEFEIEUVET,

1
1
1
14) BHE(x@)&. ESICYro0T L — MNEDHAEETT 450 nm (BIEE 620 nm) TORAEZRITEL

~— — — =

(11
(12
(13
(14

11



LBIS Rat Insulin ELISA Kit (U-E-type)

F9, 8EE(E 600 nm~650 nm OEFHF CEHRTEET,
(xD). (*@). (xQOVAEFIEE (14, 15R—2) ZCE&BIIZEN,

9.518
(AES (CIRERIRE/FRR LE T, MNEaEAL X MZRESRERE (pg/mL). Y 8E K E DIRERRD
SJ7%ZER LTS ESN,
(URERIRE D RADRSCE (CHIET DIRE (pg/mL)Z5RHERD F T,
* AR RERIRIEOEE K DIMUTBEH(CHEEIRIC CESERICAR UBRAEZRML T ZS0,
xEBUIET(E, 3RZBIEREC(F 4 FL(F 5/ SA-F—DERZSBHHRLET,
TOTS T (HEERREITY (RAEE AERBICIDEBULET).,

A4 1.000 —
g
0
E 0.100
g
Cn
q
2 0.010
“ 0.001
10 100 1000
Rat Insulin(U-E type) [pg/ml]

* J L — kU —4—(d SUNRISE RAINBOW(TECAN)Z

10.FvY bDTERE

o Rl TEEBH]
v b2 AU % 39 pg/mL~2500 pg/mL DEFH THAIETET X,
o R

BhEMEZARTFY NCTAE UZRRFRERDLES DT,
XZZEM(E. 2.5 ng/mLIRERDT—5TY, + : XEBD /- 3EEL

1’2 TR 1’ N
Sv k C—RIFR - IIR AR +
Sy JOA>RUS + e~ 1>RUS +
EETR (Vv TANEE) (8EAE. 3RE) 15 CVAB(E 10 %5
oEIRMEHER (Fy(IZE) BEAE. 3R 4B/ 9 CVAHER 10 %K
o T INEIREER
2 MERIECRRS 3 BED- >R &R UAE LR, EUREE 94.1 %D5 101 %
AIRERIE
2 ISERAZEHN CARAEER T 3 BEARUE USHER, EREIRO R2(30.992 & 0.999

11.8%51E

Sv h AU BIEME ;15 245 pgimL. ZERZE 72.0 pg/mL

miE : CD(SD). i#. 68, 24 KGR, 8L,

BB, MRS, REAREZMHICKDAEMBEZEULEIDT. COAEMEIERZREUTHENE
=0,

12. 550> 1—F1 >0 & QRA
e INRTDOITILTORIGHEELY

FERELTERASND L
1 VRERRIED AN L

12



LBIS Rat Insulin ELISA Kit (U-E-type)

2RE(CEET D AFEFRDANT L,

FEE(CEHET DHFBBRDED BEZI VOHIRARAR,

ORI AF A —CEERBERIDEA.

5% v MREEREDFE (RELIEES).

6) L — hDBRIIKR.

NHEEROREMEMN Dz,

o =/ MEEBREE (39 pg/mL)D OD FBEL N TS > OD BN E L 123,

FEREULTERSNDCE

FEENTEY, RNTE2Tho .

(RIVAFA - TES U EEM ERISEDFERLE 4 D2 R UFRR T 5E~8 O (Y LT IEE0),)

o ZEENMZE(CV)HAZELN

FEREULTEZRSNDCE

N)EENNEY, A2 Thol.

QNEHEGRVDEIRME. FIEIRERDBENARTED Thole (RERIEDEI(IFTED (TITo>TLESELY),

3ERY T o DIREN—ET(Ih o1z,

oQ-1: Fv MNIDEILTHERITDCENTEEITH?

A1: TEET, TL— MNMIEESNIEERS —ILZX NI Y TDOBICZE D THY A —IRETHYIDE LT
ALV, FRULRVWTL— NI —)LZM> EIRETESEEICEE L TS0,

eQ-2: JL—hEEDHULESDTILOR(THRIENA D TOELEAMATIH ?

A-2 : BTl C(HMREFERTERNTIELUTHDET,
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LBIS Rat Insulin ELISA Kit (U-E-type)

CAIEFIEMEESFTVIURBN]
WO EURERAE Z —5t U THRRIAREA. HIESRMF. BIESEZMREATEREZITO TS,
O 9TILTL— b~ BREEEFEDICZE20 CT~25 C)TRUTLREEV, ZREICIE 2 BRIGL%E
O EETEROBIR ERIESNIEERKT. 10B(ICHERLUTSIZEE0N,
O EEFROER (B) : BRICSNIEERT. FRUTLIZE0,

IZERRIER
100 pL 100 pL 100 pL 100 pL 100 pL 100 pL 100 pL
EER BER RER BER BER BER BER
100 pL 100 pL 100 pL 100 pL 100 pL 100 pL 100 pL
B
pg,r’,fi 2500 1250 625 313 156 78 39

O EAFUEERA XU HURDHRIR: BRIESNIZEERT 100 B(CHIRL T IZS 0N,

ZIRMEEREEL N EEBR

O 4AER{E 96 JTILTL— b
B4 0 (RERRER. BE(ORDMEDT) * D
EAFAEETA XU AR 100 uL
1B *©
WK F£l2E BREAIUBER 10 uL
HE.H:\ =0 (20 C~25 °C)\ 2 BRIRIG. BRE *xQ*®

100 %(:m%Rth:“a\ m%R, SR “(1’% }imqﬂuToo

EE 40 GHOeRRER. BESIORODREDTE) * D
RIVAFIASA - - FESHEEY 100 pL
B, =R (20 C~25 C). 30 DRIIE. BHE *Q*xQ
% 40 GRekbiEsg. BES5CRERDT) =360)
FER (TMB) TMB ZEB{EENhTUWB C & &R 100 uL
SER. BEICLDESRICEE H
B, =B (20 C~25 C). 30 DEIXIG. B5E *xQ*x0Q
RSB LR R (C DO EEUREE 100 Ul
5. BEICLDEBEILEE H
(S (1) *@
BSICRNEERAIE (EFEE 450 nm. SEE 620 nm:600 nm~650 nm)
BREEFT L — hNEROBENEZF v > ILUET
(x QYEFRZEDTIVCEER. FOUOSDLET 10 MEEERIRDEEZELET . 4 BhEFERE. R—/\—5F
AL EICT L — M (C U TINE SR T TR (CREVET ., BRRRERDIZIE(SERE LU TROBR
HEESB(ICEUET,. HEREERY NTHRINT 3BOBREER(E 300 uL/ D TIL T, H—. &IV
R (39 pg/mL)D OD L DTS2 77 OD EH'E K IR BIBEIEBRSED 1 DELT. NILAFIS
—t7 - TES AEEY ERISEDFEROEL 4 B%RE UFERT 5 [B~8 E([CIEP LT EEV. TL— Nk
5%%L'f§ﬁﬁ@iﬁ/\@}_jjaﬁ(€t 5 mL/ﬁ~25 mL,/ % (J)LORICEKDERDFY) TI, F—RIitE

(* @)BHDEZ(E 600 rpm~1200 rpm- 10 JT’J‘F'EEJ\ 3@,

0O 0O 0o o o0 oo o0 oogoao
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LBIS Rat Insulin ELISA Kit (U-E-type)

(@B TRITL — b —)LEMDERBE L TIZE),
TL— b2 —)UHMRERZRIN U T, #BmET L — MIICUTDHIFT<EEwn. —EERLZT
L— h2—)LIEBMER LRNWT S ZEU),

T—o>—h~ (#)
Strip 1&2 Strip 3&4 Strip 5&6 Strip 7&8 Strip 9&10 Strip 11&12
A | 2500 pg/mL 1R 1 1RIR 9 RN 17 1R{K 25 1RAK 33
B | 1250 pg/mL 1RAK 2 1R4K 10 1R1K 18 1RAK 26 1RAK 34
C 625 pg/mL 1RAK 3 1RAK 11 18RIk 19 1ReK 27 1R1K 35
D 313 pg/mL 1RIK 4 1RAK 12 1RAK 20 1R1K 28 1RAK 36
E 156 pg/mL 1RIK 5 1RAK 13 1RAK 21 1R1K 29 1RAK 37
F 78 pg/mL 1R1K 6 1RAK 14 1RAK 22 1R4K 30 1R1K 38
G 39 pg/mL 1RAK 7 1RIK 15 1RAK 23 1RAK 31 R4k 39
H 0 (Blank) 1RK 8 1RIK 16 1RIK 24 1RIK 32 1RIK 40

SZBARIICCHREST VLT EoE > NRUFEEEE

o RUHREBEREODTOFT 7—CDEETEINZ /2. HMFICKRIZEEN 100 KIU/mML~500
KIUmML D7 7OF >R/ MU TIRET B EERBHUET . e, REICHEREITDIHEE. —35 C
DT TOFREREZHRELUF T, BOERUDREHLARFEE T TIZSU) (KIU : kallikrein inhibitor unit)
oELISA EIFATERIBICADEERZ(TET, AITFRIE. FBRERICHBPIDOER : 20 C~25 C (&AL
FrEEFAFAR-FSIRERE) ZEESFUTLZEEV, e, BUR (T7O>0RES) : 0.4 misec BL L.
F2E 30 %ERFBDREBET TORIFELEITTLIZSV, 2PO&EEFT, ATERIEEZER : 0.4 m/sec AL, I8
£ 30 %EXmWDIRET TEMI BHEICIE. BERATYVIDBRERICE. 7L — S —I)LETDEICNR.
TEROIDIRFEESIHET S IESUN,

Bl) A >FaR-FA, FEBAFO—)LEENTERHERIGSEDE, AEZEDRIBEMA(CKDIRAEN
BIRXBDIBENSDEFIDT. FHEBBEVEDELIEE,

o ZRATYV I TORBERIGHEC(Z. DTILDEIE. BYIORAN. BEDRD. DEREOERFEEHLET S
B I3 TL— =)L ZEM>TLIEEUN,

OIRR LSRRI CARFINRES BIRNELDICETEZDITTLIEETWVN 1 DL/ FY IO FEREZSBEDHUET,
oFHRIF 6 ITIL T L — NMIEATIFTITBENEEEHRTI, AEBITTREFELTLIES,
EILRIIMERT BETIIEETT,

oA+ W M ELISASEDIHERSR T Uich. FEHBEED T CTHERALL SV, AFERIEFCHETD
BRICIEERY T DIREOBIRMENRTE Ul AN ERIEEU,

BTN AT v MEEP(IFL, BiE. REABREZE(CDIFT TS,

GREFAETE (CHIFRNWTLEST W, At v hORENE-> T, B, O, B0, REZFCHELESES
(FESB(CKEBK TR THEVRITSDI2ANEEITL). HEBRIZGEEEOFHTERIFTTIIEEL,
oA+ v hEER LU TWLWBIBAT TIIEREPEYEZ LIRWTLIESUN,
oRFEFAFIOTERY ST 2T URNWTLIZE0N,

o[V hESDESHELITEE TENDIZNWT L IZEUN,

O IRIRITRRDEIRMEN DD EDE L THRDFELVTEDRS TLESEV. AF v MNIBWIBERDM D %=
SEATVET,

o FREAHDIRK, A USEERET 1 %RILY U, 2%TILI—)ILT7ILTE RERIE 0.1 %A Eoxdh
BRET NUDLABRIC 1 BRU LRI TS, FredA— MM L—TJREWUEL TEREL TS
UW\o A LTS BRER KRB OE G (SATE MBS DARE L N FHUROES (CRE> THEREL T ZE0),
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LBIS Rat Insulin ELISA Kit (U-E-type)

CAIES]

Git=)

CAIER] CAIEH]

(Ov bES] (B5NHARR]

(EES)

(i) LER® 4> 2U>-Ty b~ (UESFAT)
(F0630— R 636-05581

(ZR5EER5EC] LBIS Rat Insulin ELISA Kit (U-E type)
[(BEVEESE]

BEFRFTE STV AL T ERIIST
AIRHHRXEEA=TH1&H 25
Tel : 06-6203-3741
Fax: 06-6201-5064

https://www.fujifilm.com/ffwk/ja
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	5.構成品
	0 (Blank)

