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[LBIS Rat Insulin ELISA Kit]
Cat #637-01471
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 is a 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 IU/mg
(0.038 mg/IU). In the same year, 13 International Standard of bovine insulin, the potency of which is 25.7
IU/mg, and Porcine insulin 18t International Standard, 26 1U/mg, were provided. Before these standards, in
1974, 1st International Reference Preparation of human insulin for immunoassay was provided as 3
IlU/ampoule. Based on the above data, if the biological activity of insulin per molecule is the same among
various animal species, potencies of animal insulin might be calculated from their molecular weights. But, so
far, we do not have experimental proof about this. As the molecular weights of insulin of various animals are
nearly the same, and the differences are within 1 %, there may be no critical fault if we think that the general
potency of insulin is 26 IU/mg. Rat and mouse have two molecular species of insulin, type 1 and type 2.
Amino acid sequences of these molecular species are same between rat and mouse. But as their ratios are
different between these two animal species, it is recommended to use standard preparation derived from
each animals.

4. Assay principle

In FUJIFILM Wako Pure Chemical Corporation’s LBIS Rat 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

7. Equipments and supplies required but not supplied []Use 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 pL -200 pyL [ISyringe-type repeating dispenser
like Eppendorf multipette plus which can dispense 100 uL.[JPaper towel to remove washing buffer remaining
in wells. L]A vortex-type mixer. [1A shaker for 96 well-plate (600 rpm - 1200 rpm). [1An 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) [ISoftware 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 (plU/mL)

Original solution: 10 uL 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 yL 1.25 32.5

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

0.625 ng/mL solution: 100 pL 100 yL 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 (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 (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.

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

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

eAs the 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
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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 uL. 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 at2 °C - 8 °C. Ifit 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 back 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 remaining 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 wells designated for samples.

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

(5) Shake the plate gently on a plate shaker (*®3).

(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
(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 0.01 : :
the assay after proper dilution of samples with the buffer 01 1 10
solution. Rat Insulin T [ng/ml]

* We recommend the use of 3rd order regression curve for
log-log plot, or 4 or 5 parameters method for log-normal

1.00 F

Abs (450-620)nm <1Blanlk

Rat Insulin assay standard curve (an example)
Absorbance may change due to assay environment.
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plot in computer calculation.
*Physiological or pathological situation of animals should be judged comprehensively taking other
examination results into consideration.

13. Performance characteristics
eAssay range
The assay range of the kit is 0.156 ng/mL - 10 ng/mL.
If some samples show absorbance more than that of 10 ng/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. 10 ng/mL.

ePrecision of assay

Within assay variation (4 samples, 8 replicates assay), Mean CV was within 10 %.
eReproducibility

Between assay variation (3 samples, 3 days, assayed in 5 replicates), Mean CV was within 10 %
e Recovery test

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

The recoveries were 89.2 % - 103 %
eDilution test

Two serum samples were serially diluted by 3 steps.

The dilution curves showed excellent linearity. R?= 0.998 - 0.999.

14. Reference assay data
Rat insulin assay data
Mean assay value: 0.872 ng/mL, SD: 0.675 ng/mL
Rat strains: WR, SD, both sexes, fed ad libitum.
Number of animals: 130 Samples: 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
elLow 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.
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 substrate chromogen reagent 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)



LBIS Rat Insulin ELISA Kit

Possible explanation:
1)Improper or inadequate washing.
2)Improper mixing of standard or samples.
3)Pipetting at irregular intervals.
¢Q-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
eQ-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.

[Wash stock solution (10x) 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

10 uL 100 pL 100 pL 100 pL 100 pL 100 pL 100 pL
Buffer Buffer Buffer Buffer Buffer Buffer Buffer
190 pL 100 pL 100 uL 100 uL 100 uL 100 pL 100 uL
Concentration
ng/mL 10 5.0 2.5 1.25 0.625 0.313 0.156

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

Anti-Insulin-coated plate
|Washing 4 times (*®@) *®
Biotinylated anti-insulin antibody 100 pL
1Shaking (*®)
Samples/Standards 10 uL

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

HRP-conjugated streptavidin
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 (*®@) *®

OO0 o0oo0oo0of

O

HRP-conjugated streptavidin 100 pL

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

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

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

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

O 0O 0o oogd

100 L
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[0 |Shaking(*®) (Immediately shake.)

Measurement of absorbance (450 nm, Ref 620 nm) immediately *®
(Ref. wave cancels the dirt in the back of plate.) ' ' '
*(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.)
*®Guideline of shaking: 600 rpm - 1200 rpm for 10 seconds x3 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 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
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Assay worksheet

LBIS Rat 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 #] 637-01471

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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5.0 ng/mL &K 100 pL 100 pL 2.5 65.0
2.5 ng/mL &7 100 L 100 pL 1.25 32.5
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0(Blank) 100 pL 0 0

[(D) Biotinylated anti-insulin antibody]
10 L ZRDDECETIE=Z CRHLTVET,

=R % (C) Buffer solution T 4000 f&(CHAIRL T IZELY QEERREPBEDHLET).,
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LBIS Rat Insulin ELISA Kit

(HRDOREN L RFFE]

(A)FUEERE 96 DTITL—b
FMEA (DEAREEZR D TTREETS —ILZRIN L TULVRW) FUABERBIER b w T (ERED S TS —
WIWOIZRU, ZDFEF 2 CT~8 CTHRIFLTLESW. BIHIRANLZEHZREE T,

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

Fv hEREIUTERTIRIERIT IEFNCHEEIDIMDHUABHFARL, KD DRRIIERICE
SIRNWTESICEZ UMD LS. 2 T~8 CTHRELTLLZSV.. BHEHIRAZEMZREFT .
BIRUCRREBTRIES (CERAL. REQLBRWVWTLSIZS0,

(C) Buffer solution B TF) Chromogen (TMB)
—EPDBERZEEATIREIMNBEXLDDUZHDEZRDEEICEL, KD EERICRSIBRVWTESI(C
EZUoMDEH. 2 T~8 CTHREFELTLZE, BMHIRARZESEZHREET.

(D) Biotinylated anti-insulin antibody B¢T}E) HRP-conjugated streptavidin
Fv DB U TERT DEREHIREGF(SHEELOMDE UARRARL. KD DRERRIFIERICER SR
TEBLICEZ UMD LD, 2 T~8 CTHRIEFELTLZSV, BREHRNLZEHZREF I . EHAK
DOFBRRBAHRIIFEREL TIZELN,

(H) Stop solution
FRAKDZERFIDIGEE. EZULoMD ERAD. 2 T~8 CTHREFL TS ZEL.. BMHARAZE Y
ZREFT,

(1) Wash stock solution (10x)

IRERFR(10x)ZRIEF I DIEEE. EZUO>NMDERSH. 2 T~8 CTHRIFLTIZEL. BRHAR
ALZEMZREET T, ERKDORINBEHFRFRIEREL TSN,

7R 4{EDRAR
AFv MISY bDEF(EMME (NI MEBEZEROET). B2 LE. lgmEgathor>X0)>
ZAELUEY,
OIRK(FIIREVE I < (TRIFE T M. —35 CUUTF THEEFRF L TLIZEV, BHiE UTEARIK(ZRIE I BIERIIC
R U D (B LU TLIESV, #2DRUDOFRERIER (BT T IZES0\. EUVERIESNIRVWERRIC
RDEY,
oA U ARSI BARIR (IEDRNT K IEE0N,
X MBS DEE (SiEHE - dMm%) 2159 3ACEREROIESE (L) - BdOHASVESEREEREDERE L
BEADSBDFITOTUEICEALBVNTLS EZW., £Fv bDIES, B3 40 mg/dL U L THELBENET .
oﬁO&UT,%@@5@%@i®ﬁﬁ%f%£éﬂmu%mt<rém
IHEMBDEENTFEHD ULVRKIL. B—1RKICHNT. BR2D 2 /R > MNALOFIRETHIRER %S
L TL<IEa0N,
RARZEHRINT BIFE(E. HENUHHBRESZRAVWTEER CHRIRUAEDTILICHFELTLSZE0,

(MRADLZEM ERIFITIE]

ARV ODBBREOTOT 7 —Co@Eaillx 328, RNFICEEZEEN 100 KIU/mL~500
KIUmML O777OF > ZR/MUTRETDCEZEBHLET, £z, RIICRETDHA. —35 CTU
TTORBREZHR LUFT . #RDIRUDFRERER (FEITTZE0\,. (KIU : kallikrein inhibitor unit)

8. AITEIRIFE

PORRIE IR DA CRICINET DMEZRE O CAHBL TS ES0N,

FARERET L — hD>—)UE. TL— MIREDICERICED THSRM LTS EEU,

(1) SN UHRARUITHEFERZED TILISTHZU 4 BIEFR(x Q) UET . TORR—/)\—FA)LIREDE
TIL—bhEFsCL. BLMNEDFDIRICLTITILICE S TTRZRDBREET.

(2) BIOTILICEAFAEETA AU AUAEZ 100 L 9 DELE T . N7oO0TL— MREDZRRE
ZRAWTE#H(xQ)LET,

(3) RASRITED T)LICI&AEZ 10 ML WIILET,

(4) BEMATED T)LICKRBREDEESRTRZ 10 uL IOMELET,

(5) XAoOTL—MRESEREZAWVTEH(xQ)LET.

6) TL— I —)LEBED. ZDR(20 C~25 C)T 2 BERIEEE(x @) LET.

(7) RIG¥ET#HR. RIGRZIECHFRZEEZEDTIVISHIZLU. 4 @RF(xO)LFET. TDE. R—/)(—FH
IWIREDETTL—bhEFEE(CL, BLMNEDIFDIRICUTIDIVCE S IERZRDIREET .

(8) BITILIINILAFZA T - PESHEEYZ 100 pL I DOELFET . ¥ro0O0TL— MRESER
IREZRWTER#E(xQ)LET,

9) TL—b2—)LZBED. =R(20 C~25 C)T 30 DS+ @)LETI.

(10) RISHET . RIGRZIETRERZZDTILITHIZLU 4 @/5'6/%( * @)bi@‘o TDE, R—)\—5A)L

IREDLETTL—hzEFEE(CL, BLNEDITDLICLTIIILICE D ITRZEDBREET,
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LBIS Rat Insulin ELISA Kit

(11) FEOTILICERERZ 100 L I DOELET . 70T L — MRESEBEREZAWVWTEHF(xQ)LET,

(12) 7L — b2 —)L&RED . =R(20 C~25 °C)T 30 DRERE(* @D)LET.

(13) BV TILICRMELLE®Z 100 L 39 D935E L. RERIGEEFELEULET,

(14) BHE(xQ)y&. BEBICNAI0O0T L — NEDYEHESTT 450 nm (BIEE 620 nm) TOIRNEEZAITE L
F£9, BIEE(E 600 nm~650 nm OEHF CEHRTEET,

(*D). (x@). (xQVUEFIEMIE (14, 15 R—>) ZISBLIIZE,

9.5t8

(1BIES (CIEEMFEE IR UE T, M3z RE L X SEiZESRERE (ng/mL). Y BiZIRARE DIEERMIRD
S I%&ERR U TS IZEEN,

(QNZEERIRKE D WBRADRNE (CHIET DEE (ng/mL)ZHEHEDET,

* AR HEAEMHRINEE K DIMNIZIHE(H(C) Buffer solution (C CEEERICGRAR UBEAIEZ ML T

<IZELN,
xEBUIET(E, 3RZBIEREC(F 4 FL(F5/\SA—F—DFERZHBEDHUFET,

TOTS T (HMEEMREITY (RAEE AERBCIDEBHUET).,

1.00

0.10

Abs . (450-620)nm 1Blanlk

0.01 ' '

0.1 1 10
Rat Insulin T [ng/ml]

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

10.+v hDTEEE

./EIJ}E§E.
v 2R % 0.156 ng/mL~10 ng/mL DEBE TRIETEET,
o F R4
BhEMEZARTY NCAE UIZRRIRED LS DT,
XREME. 10 ng/mL EERDT—5TYd, + : XEFD /- | ZTEHEL

e REM 1Rk REM
Sy bk C-RIFR - NOR AU +
Sy bk JOaA>RU> + e~ 12XV +
offEiER (7Y A/ AZEE) (8 FAIE. 41%1F) 1 C.VABIL 10 %Ki

Oﬁ;ﬁjliuit%:ié (FvtEiZs) (5EAE. 344K, 3 BRE) 15 C.VAE(L 10 %Ki

./J\ [“E“-Iyul %ﬁ

3 IMBARIRICERIRD 3IBED AU > Z R UAIE UIcFER. EIUER(E 89.2 %S 103 %

o ATREARE

2 Bz &5 (CARIRBEER C 3 BRREHIRUAIE UICHER. BHRE)HED R? (3 0.998 & 0.999

1.28%5(E

Swv N AUZRITEE : 15 0.872 2 ng/mL, EHERZE 0.6747 ng/mL
BIE : Wister. M. 458i~16 85, RUTIREE. 130 [T, M35
SIS, IS, RNMRERHC L DRIEBERES LETDT. CORREIEZE LTHRBEN a0,

12



LBIS Rat Insulin ELISA Kit

12835021 —F1 2T L QA
e INRTDIITI)LTCDORIEHFTUN
ERELTERSNDCE
1 IEEE R ARIARD ATV Lo
FRB(CEET DMFBFRD AN .
IFEEB(CEHET DMFEBRDEDEZIVHFGAERASR.
4) R)IVAF S —CEREERDEA.
5F v MREBREDRE (RELUILBS).
6)~7 L — hODBEIRTE.
EBROBREMEND 2,
o=/ MEMBRERE (0.156 ng/mL)D OD EL D TS> 2 OD fEHL'E K 12D
FERELTERISNDCE
FENRNELS, ARETHhDo /.
(NIVAFEA—T - FED AEEY ERISEDFTRDEL 4 BZRE UFR T 5 [E~8 BB L T IZEL),)
oZEIZE(CVIN AN
EREULTERBNBCE
NEENTEH, AL Thol,
QNZAEROEIRMME. T (IRADEHNIARTD TH oz (BRIERADEBIIFTD (CITo TSRS,
3)ERYF o DTREN—ET(FRM oI,
oQ-1: Fv NIDBNIUTERIDICENTETEITH ?
A1:TEEI, TL— MMIBEBSNIEERS —ILZX NI Y TOBICED THY A —RETHIDELT
CERLIEESV. EAULRWTL— NI —ILEM > ERETHSEEICRE LTS,
eQ-2: JL—hZEEODHULESDTILOR(THRIENAD TLELEAMAITIH ?
A-2 . B CIHREFLZERNTIELTHDET,
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LBIS Rat Insulin ELISA Kit

CAIEFIEMEEFTVIURBN]

I EURERBAE Z —5t U CTHIREAF. EIE
O DIT)LFL— bk HEEZEFRSCER20 CT~25 C)TRL TS0,
O EEEeER0maiR BRIESNTABERIKT. 10 EICHRLUTIIEEL,
O ZREFSROFBR (Fl) : BRESNEERT. HRUTLIEZEEY,

TSR AETEZBRATERFZIT O TIES L,
FR{EIC(S 2 BB E

IEEARER
10 uL 100 uL 100 pL 100 uL 100 pL 100 pL 100 uL
EER RER EER EER EEH BENW BENR
190 uL 100 pL 100 pL 100 pL 100 pL 100 pL 100 pL
mEiEE
ng/mL 10 50 25 1.25 0.625 0.313 0.156
O EAFAEETA > A AUEADOEIR
ERESNIERER T 4000 F(CHRIRLUTLIZESL. 2 EBREFRIREDBDHUET.,
ZiREXEBIEN O CBEEIER
O HuAEBR{E 96 D)L L—
O %% 40 GOeRRES. BESIORDREDTE) * D
O EAFAEETA >R K 100 pL
O |B# *©Q
O R FE EEA>CRUER 10 pL
O 38#r. =R (20 C~25 C). 2 FHKRIG. & *Q. *xOQ
RIVAFS G~ - PESUHEENOFR. ERESNLEERC.
00 2000 fE(CHRIRLTLIESL. BIRBRDARIE —RISP(TITD. 2 EBER
RePBEDULET,
O %% 40 GOeRRES. BESIORDREDE) * D
O NILAFIS—T - FES AW 100 pL
O B, =& (20 C~25 C). 30 oIS, FHE *Q. *Q
O 5% 4 E CBEkbtER. BESCRERDT) * (D
O FEBR(TMB) TMB B'ZF|B{tEchTWA Z & &iE:R 100 Ul
DiE%. BEICLDERICEE H
O [#E#. =8 (20 C~25 C). 30 NG, & *xQ., *B
0 RIS Z L& REEMEIC DO SHYRER 100 Ll
SiER. BECLDEBEICEE H
O |18 (BS(CER) *
o BESCREERE (ERE 450 nm. BJRE 620 nm:600 nm~650 nm)
BIREET L — hEADBENSEEF v > IILUET

(* Q)FERZDTIVCTFE. FOOSDLET 10 MEEEIRDERELF T, 4 BiEGAHE. R—/(—5
) l/_t(k_jl/ RS (C U CINERERETR(CPHRELUET .. RRRERORISERE LU ORDBER
ZBESICHEUET. Rz ERY NTRITT DBOREER(E 300 L/ JTILTT, H—. =IVEE
AIERE (0.156 ng/mL)(D OD kDTS >77 OD BH'E < R BBEFBRSED 1 DELT, RILAF
ST - TESAGEY ERICEDFROE 4 OZFE UFRT 5 Bl~8 E(JFP LT EEW,. TL—

NEEC ERDISEDENBR(E 5 mL/D~25mL/ 53 (J AILDRICKDERDEY) TY, F—K
ISEDYIBIDFRDA I TIUEDI>F Z(TFRE LTSN,
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LBIS Rat Insulin ELISA Kit

(* @)B#HDHEZ (X 600 rpm~1200 rpm-10 /I, 3 [El,

(MBI TE I L — b —)LZIDEFBEL T EEL,
TL— b —ILIHREREZZINLT, #EEZ T L — MIICUTHDMFIFTSIEEW, —EBFERLE
TL—b—)UEBER LRV TSZE,

D—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 CFERARICCHERES LT oY NRSEEEIE

o RUHREBEREDTOFT 7—CDEETZEINZ 22, HMFICKRIZEEN 100 KIU/mML~500
KIUmML D7 7OF >R/ MU TIRETBCEERBHUET . e, REICHEREITDIHEE. —35 C
UTTOFREREZHRELUF T, BORUDRGEHIAR T TIZEU) (KIU : kallikrein inhibitor unit)
oELISA EIFATERIBICKDEE R TET, BITFRIE. FBRERICHBPIDER : 20 C~25 C (&AL
FrEEFAFIAR-FIRERE) ZEESTFUTLZEEV, £e BUR (T73>0RES) : 0.4 misec BL L.
T2 30 %ERBDREBT CTORIELEITTLIZSV, LO&EEFT., BIEEREERER : 0.4 m/sec AL, /8
E 30 %EXBDIRET CTEMI BHEICIE. BERATYVIDBHERICE. L — S —ILETD &R,
TEEDKISRFEZEIHRET S ZE0N,

Bl) A >FaAR-FA, FBAFO—)LEENTRHERIGSEDE, AEZEDRIBEMA(CKDFRAEN
BIRXBBENSDEFIDT. FHEBEVEDELIEE,

o BZRT VI TORBERIGIFIC(E. DTILDEZE. BYIDEA. BEDRD. DEREOERREZMILET S
B I TL— =)L ZE>TLIEEUN,

IRR LSRR ICARFINRES BSIRNELDICEFEZDITTLIEETWVN 1 DL/ FYV IO EREZSBESHUET,
oFHRIF 6 ITIL T L — MNMIEATIFTITBENSEERATI, AEBITTREFELTLIES0,
SEILRIIMERT BETIIEETT,

oA+ W M ELISASEDHHERSR T Uich. FEHBEED T CFERALK SV, AFERIFCHETSD
BRICIEERY T DIREOBIRMNRTE Ul ANSERIEEU,

BTN AT W MEEP(IFL, BiE. REABKREZE(CDIFT TS,

GREFAETE (CHIFRNWTLEET W, At v hORENES> T, B, O, B0, KEZFCHELESS
(FEB(CKEKTIEDITEVRIZEDIERNBZITV. BDERIFESEEMOFHTEZIFT TS,
oARFvw hEER LU TULWBIBAT TIIEREPEYEZ LIRWLWTLIESUN,
RFEFAFIOTERY ST 4 2T URNWTLIZE0N,

oY hESDESHELITEE TENDIZNWT L IZEUN,

O IRARITRERDEIRMEN BB EDE UL THRDFELVTEDRS TLESEV. AF v NMIBWIEBERDM D %=
SEATVET,

ofFFEAHDIRIK, FRUSHEERSE(E1%TRILIUS, 2%TILI—ILTILT E REIE 0.1 %A EDR
HIERMT NUDLAERIC 1 BRI BRI TL SV FEA— MIL—TREIE LU TEELTLE
=0\, A USRS AR B (IR E MR DR ET N C &I ES (TR TEEL TLZEU),
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CAIES]

Git=)

CAIER] CAIEH]

(Ov bES] (B5NHARR]

(EES)

[H24) LER® 412RU-Sy T
0% a— K] 637-01471

EE=F5) LBIS Rat Insulin ELISA Kit
(BREVEEE]

WEFTT 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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	5.構成品
	0 (Blank)

