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For Research Use Only. Not for use in diagnostics procedure. Jun.20.2022. Ver.JE1

[LBIS Mouse/Rat Insulin ELISA Kit (Luminescent type) ]

Cat # 637-54721 (Manufacture # AKRIN-111L )
Please, read this instruction carefully before use.

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

1. Intended use

LBIS Mouse/Rat Insulin ELISA Kit (Luminescent type) is a sandwich ELISA system for quantitative
measurement of mouse/rat insulin. This is intended for research use only. Not for use in diagnostics
procedure.

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 less than
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 1t International Standard for human insulin in 1986 which has the potency of 26 1U/mg (0.038
mg/IU). In the same year, 1t International Standard of bovine insulin, the potency of which is 25.7 1U/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 Shibayagi’'s LBIS Mouse/Rat Insulin ELISA Kit (Luminescent type), HRP-conjugated anti-insulin antibody,
and standard or sample are incubated in monoclonal anti-insulin-coated wells to capture insulin bound with
HRP-conjugated anti-insulin antibody. After 2 hours’ incubation and washing, HRP remaining in wells are
reacted with a luminescent reagent. Finally, peroxidase activity in each well is measured to determine insulin
in the sample. The Relative Light Units (RLU) is proportional to insulin concentration. The standard curve is
prepared by plotting RLU 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.
e\Wear protective gloves, clothing, eye, and face protection.
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eAvoid contact of skin and mucous membranes with kit reagents or specimens. If any reagents come in
contact with eyes, skin, or mucous membranes, wash with copious amounts of water and contact a
physician.

eDo not drink, eat, or smoke in a place where this kit is used.

eHandle the sample with proper care, being aware that the sample may have an infection risk. This kit
contains animal-derived ingredients.

eDo not use reagents with different lot numbers together.

elt is recommended to store the sample frozen at -35 °C or lower if long-term storage is intended. Avoid
repeated freezing and thawing. Thaw the frozen sample just before assay and thoroughly agitate. Prepare
the sample before use.

eDo not use a sample with hemolysis or containing high lipid.

eCentrifuge the sample to remove turbidity or insoluble matters where necessary before use for the assay.

olf presence of interfering substances is suspected for the sample, dilute the concerned one at multiple
dilution ratios to check the dilution linearity. Dilute the prepared sample with the Diluent Buffer.

eWhen allowing the plate to stand in each step, always affix a plate sealer to protect the wells from drying,
contamination with foreign matters, uneven temperature, and evaporation of a dispensed reagent.

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.

e The materials must not be pipetted by mouth.

eResidual samples and used tips should be sterilized before disposal.

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

6. Reagents supplied

Components State Amount
(A) Anti-Insulin antibody coated plate Use after washing 96 wells/1 plate
(B) Standard mouse/rat insulin solution (200 ng/mL), Concentrated. Use after dilution 50 pL/1 vial
(C) Buffer solution Ready to use. 60 mL/1 bottle
(D) HRP-conjugated anti-insulin antibody Concentrated. Use after dilution. 100 pL/1 vial
(E) Luminescent Reagent 1 Mix (E)Luminescent Reagent 1 and 6 mL/1 bottle
(F) Luminescent Reagent 2 (F)Luminescent Reagent 2 in 1 : 1 (vol./vol.) 6 mL/1 bottle
(1) Wash stock solution (10x) Concentrated. Use after dilution. 100 mL/1 bottle
Plate seal — 1 sheet
Instruction Manual — 1 copy

(D)HRP-conjugated anti-insulin antibody: Vials contain more than volumes shown in the list. You can easily
take out 100 L, respectively, from vials.

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.
[IGlassware for dilution of Wash stock solution (10%)(a graduated cylinder, a bottle). [IPipettes (disposable
tip type). One should be able to deliver 5 L precisely, and another for 50 pyL- 100 pL, 100 pL - 1000 pL.
[1Syringe-type repeating dispenser like Eppendorf multipette plus which can dispense 50 pL. [1Paper towel
to remove washing buffer remaining in wells. [1A vortex-type mixer. []A shaker for 96 well-plate (500 rpm
-1200 rpm). [JAn automatic washer for 96 well-plate (if available), or a wash bottle with a jet nozzle. [JA 96
well-plate reader for luminescence detection [1Software for data analysis.

8. Preparation of reagents
@ Bring the reagents to room temperature (20 °C - 25°C) about 2 hours prior to use.
®Reagents described as “Use after dilution” in  [6. Reagent supplied] shall be prepared as follows.
@ Prepare reagent solutions in appropriate volume for your assay. Do not store the diluted reagents.

[Concentrated reagents]
[(B)Standard mouse/rat insulin solution (200 ng/mL)]
Make a serial dilution of master standard (200 ng/mL) solution to prepare each standard solution
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(0.039-20 ng/mL). * Unit reduction for ulU/mL is 26 IU/mg. (Refer to 3. Introduction.)

Volume of standard solution Buffer solution | Concentration (ng/mL) | Concentration (ulU/mL)*
Original solution: 10 pL 90 pL 20.0 520
20.0 ng/mL solution: 50 pL 75 L 8.00 260
8.00 ng/mL solution: 50 uL 75 pL 3.20 65.0
3.20 ng/mL solution: 50 pL 75 L 1.28 16.6
1.28 ng/mL solution: 50 yL 110 yL 0.400 4.16
0.400 ng/mL solution: 50 uL 110 pL 0.125 2.08
0.125 ng/mL solution: 50 yL 110 L 0.039 1.04
0 (Blank) 110 L 0 0

[(D)HRP-conjugated anti-insulin antibody]
Prepare working solution by dilution of (D) with the buffer solution (C) to 1:100.
6 mL of the diluted solution is enough for 96 wells.
[(E) Luminescent Reagent 1] & [(F) Luminescent Reagent 2]
Mix Luminescent Reagent 1 and Luminescent Reagent 2 in 1 : 1 (vol./vol.) and incubate for 15-30
minutes before use. Keep in the dark. Dispose any unused mixed luminescent reagent.
6 mL of the diluted solution is enough for 96 wells.
[(I) Wash stock solution (10x)]
Dilute 1 volume of the concentrated Wash stock solution (10x) to 10 volume with deionized water (or
distilled water) to prepare working solution. Example: 100 mL of concentrated washing buffer (10x) and
900 mL of deionized water (or distilled water).

[Storage and stability]
[(A)Anti-Insulin coated plate]
If seal is not removed, put the strip back in a plastic bag with zip-seal originally used for well-plate
container and store at 2 °C - 8 °C. The strip will be stable until expiration date.
[(B) Standard mouse/rat insulin solution (200 ng/mL)]
Standard solutions prepared above should be used as soon as possible, and should not be stored.
[(C)Buffer solution]
If not opened, store at 2 °C - 8 °C. It maintains stability until expiration date. Once opened, we recommend
using as soon as possible to avoid influence by environmental condition.
[(D)HRP-conjugated anti-insulin antibody]
If the kit is divided for multiple assays, prepare these solutions just after taking out of the refrigerator,
immediately close the cap tightly, and store at 2°C - 8 °C. It is stable until the expiration date. Unused
working solution (already diluted) should be disposed.
[(E) Luminescent reagent 1, (F) Luminescent reagent 2]
If the kit is divided for multiple assays, prepare these solutions just after taking out of the refrigerator,
immediately close the cap tightly, and store at 2°C - 8 °C. It is stable until the expiration date. Discard the
remaining mixed luminescent reagent.
[(I) Wash stock solution (10%)]
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.

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
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the cover sheet with a knife and used independently.

e\When ELISA has to be done under the airstream velocity over 0.4 m/sec. and the humidity less than 30 %,
seal the well plate with a plate seal and place the well plate in an incubator or a styrofoam box in each step
of incubation. For more details, watch our web movie [Assay circumstance].

10. Preparation of samples

This kit is intended to measure insulin in mouse/rat serum, plasma (preferably obtained with EDTA or
heparin), culture medium and tissue/cell extracts. The necessary sample volume for the standard procedure
is 5 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.

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 sheets of paper towel to remove residual
buffer in the wells.

(2) Pipette 50 yL of HRP-conjugated anti-insulin antibody to all wells. Shake the plate gently on a plate
shaker (*x Q).

(3) Pipette 5 L of standard solution to the wells designated for standards.

(4) Pipette 5 uL of sample to the designated sample wells..

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

Stick a plate seal (* ®) on the plate and incubate for 2 hours at room temperature (20 °C -25 °C).
Discard the reaction mixture. Rinse wells by filling the wells with 300 yL of washing buffer and discard 4
times(* @), then strike the plate upside-down onto several sheets of paper towel to remove residual
buffer in the wells.

(8) Pipette 50 pL of mixed luminescent reagent to all wells, and shake for 1 minute using a plate shaker . (*

@)

(9) After agitation, determine the luminescent intensity using a 96-well microplate reader (for luminescence
measurement). It is recommended to perform the measurement 10 to 20 minutes after addition of the
luminescent reagent.

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

12. Calculations

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

(2) Using the standard curve, read the insulin concentration of a sample at its RLU, and multiply the assay

value by dilution factor if the sample has been diluted. Though the assay range is wide enough, in case the

RLU of some samples is higher than that of the highest standard, please repeat the assay after proper

dilution of samples with the buffer solution.

e\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.

ePhysiological or pathological situation of animals should be judged comprehensively taking other

examination results into consideration.
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13. Performance characteristics
eAssay range; The assay range of the kit is 0.039 ng/mL~ 20 ng/mL.
1 1U=0.03846 mg, 26.0 IlU/mg

0.1

1.0 10.0
Std.(ng/mL)

100.0

ePrecision of assay (Within assay variation) eReproducibility (Between assay variation)
3 samples, 5 replicated assay 3 samples, 4 days, assayed in triplicate
Mouse* Serum Mouse* Serum
Sample1 Sample2 Sample1 Sample2 Sample3
n/ID (ng/rFr)1L) (ng/rFr)1L) Day /ID (ng/rFr)1L) (ng/r?qL) (ng/r?qL)

1 5.23 0.776 Day 0 2.48 0.664 0.175

2 5.27 0.768 Day 1 2.52 0.642 0.171

3 5.36 0.844 Day 2 2.55 0.618 0.160

4 5.38 0.782 Day 3 242 0.621 0.163

5 5.35 0.809 mean 2.49 0.636 0.167
mean 5.31 0.795 SD 0.056 0.021 0.0069

SD 0.065 0.031 CV(%) 2.2 3.3 4.1

CV(% 1.2 3.8

Meaﬁ C?V was within 15 %. Mean CV was within 15 %

@Recovery test

Standard insulin was added in 6 concentrations to 3 samples and were assayed.

The recoveries were 93.3 ~97.7 %, 93.8 %~97.8 %

Mouse* Serum Mouse* Plasma (EDTA)
Added Found Recovered | Recovery Added Found Recovered | Recovery
(ng/mL) (ng/mL) (ng/mL) (%) (ng/mL) (ng/mL) (ng/mL) (%)

- 0.294 - - - 0.346 - -
0.256 0.544 0.250 97.7 0.256 0.592 0.246 96.1
0.640 0.891 0.597 93.3 0.640 0.949 0.603 94.2

1.60 1.85 1.56 97.5 1.60 1.85 1.50 93.8
4.00 4.05 3.76 94.0 4.00 4.26 3.91 97.8

@ Dilution test

Two serum samples were serially diluted by 3 steps.
The dilution curves showed linearity with R?=0.9932~0.9994, R?= 0.9912~0.9998.
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Mouse Rat
9.00 9.00

® Serum sample (ID 6) ® Serum sample (ID 15)

8.00 ® Serum sample (ID 7) 8.00 ® Serum sample (ID 16)

7.00 e 7.00 y=15.731x- 0.0288
y=41o.094x- 0. R?=0.9998
6.00 R2=0.9994 6.00
£ E
E, 5.00 E 5.00
£ 4.00 £ 4.00
2 2
=20 y = 3.626x + 0.0382 =500 y = 3.6878x- 0.0138
’ R? =0.9932 ' R?=0.9912
2.00 2.00
1.00 / . /
0.00 0.00
0 0.1 0.2 0.3 0.4 0.5 0.6 0 0.1 0.2 0.3 0.4 0.5 0.6
Dilution Factor Dilution Factor

* : Mouse : Male CD-1(ICR), Rat : Male Sprague Dawley

14. Trouble shooting
el ow RLU in all wells
Possible explanations:
1)The standard or samples might not be added.
2)Wrong reagents related to luminescence might have been added. Wrong dilution of HRP-conjugated anti-
insulin antibody.
3)Contamination of peroxidase enzyme inhibitor(s).
4)Influence of the temperature under which the kits had been stored.
5)Excessive hard washing of the well plate.
6)Addition of luminescent reagent soon after taking out from a refrigerator might cause poor luminescence
owing to low temperature.
eIntense luminescence in all wells including blank
Possible explanations:
1)Improper or inadequate washing. (Change washing frequency from 4 times to 5-6 times at the constant
stroke after the reaction with HRP-conjugated anti-insulin / sample.)
2)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.
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
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.
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Summary of assay procedure [] : Use as a check box
* First, read this instruction manual carefully and start your assay after confirmation of details.
[1Bring the well-plate and all reagents back to room temperature at 20 °C - 25 °C for 2 hours.
[I1Wash stock solution (10x) must be diluted to 10 times by deionized water (or distilled water that returned
to 20 °C - 25 °C.
[JStandard mouse/rat insulin solution dilution example:

Original solution

10 L S0 pL S0 pL S0 pL S0 pL 50 pL 50 L

Buffer Buffer Buffer Buffer Buffer Buffer Buffer

90 pL 75 uL 75 L 75 uL 110 pL 110 yL 110 pL
Concentration 54 8.00 320 1.28 0.400 0.125 0.039

ng/mL

L1(D)HRP-conjugated anti-insulin antibody : Dilute to 100 times by using buffer solution(C) and use.

Anti-Insulin-coated plate
|Washing 4 times (* @) *@
HRP-conjugated anti-insulin antibody 50 uL
1Shaking (* @)
Samples/Standards 5L
1Shaking (* @), Incubation for 2 hours at 20 °C - 25°C. (Standing (* ®))
Mix Luminescent Reagent 1 and Luminescent Reagent 2 in 1 : 1 (vol./vol.)
and incubate for 15-30 minutes before use.

|Washing 4 times (* @) * @

Mixed luminescent reagent 50 uL

1Shaking for 1 minute (* @)

Measurement of luminescence intensity.

[ Itis recommended to perform the measurement 10 to 20 minutes after addition
of the luminescent reagent.

* DAfter 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 5-6 times at the constant stroke
after the reaction with HRP-conjugated anti-insulin antibody/sample.

Standard of plate-washing pressure: 5-25 mL/min. (Adjust it depending on the nozzle’s diameter.)
* @Guideline of shaking: 500 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.
* @After removal of wash buffer, immediately dispense the next reagent.

Keep in the dark.

Oo0od o odgodgdao
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Worksheet example

Strip 1&2 Strip 3&4 Strip 5&6 Strip 7&8 Strip 9&10 Strip 11&12
A 20.0 ng/mL Sample 1 Sample 9 Sample 17 Sample 25 Sample 33
B 8.00 ng/mL Sample 2 Sample 10 Sample 18 Sample 26 Sample 34
C 3.20 ng/mL Sample 3 Sample 11 Sample 19 Sample 27 Sample 35
D 1.28 ng/mL Sample 4 Sample 12 Sample 20 Sample 28 Sample 36
E 0.400 ng/mL Sample 5 Sample 13 Sample 21 Sample 29 Sample 37
F 0.125 ng/mL Sample 6 Sample 14 Sample 22 Sample 30 Sample 38
G 0.039 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

Assay worksheet

LBIS Mouse/Rat Insulin ELISA Kit (Luminescent type)

[Storage condition]

[Term of validity]

[Manufacture #]

[Cat #]

This kit is

manufactured by

distributed by

Store the kit at 2°C - 8 °C (Do not freeze).
Expiration date is indicated on the container.
AKRIN-111L

637-54721

FUJIFILM Wako Shibayagi Corporation

1062-1 Ishihara, Shibukawa, Gunma, 377-0007, Japan
TEL.+81-279(25)0279, FAX.+81-279(23)0313
<E-mail> wksb-info@fujifilm.com

FUJIFILM Wako Pure Chemical Corporation

<URL> https://www.fujifilm.com/wksb/en
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x v NOREIFEAFICHITEIRQR0 C~25 C)ICRLTLIEEL 2 BBMINERZTY).

*5.T [ZDFEFEA] EHIMFEIERMEEBTDEFEDIRETHERATEEI. [FIREER] &HDED
[CDWTIETFEDEECHELUTLIZE,
$HE(CHEBRDTEITRELZAR O TS ESTVY (CHRARBRCEBREVEDELEELY),

O e g )
[(B) Standard mouse/rat insulin solution (200 ng/mL)] ; {=#Egh#R{ERL A
(B) Standard mouse/rat insulin solution (200 ng/mL) (&) <& (C) Buffer solution Z{& > TIRAER R Z RS

UTLIESEW, FRIF—HITT, XulU/mLBE(F 26 IlU/mg TIToTHNFET (4> bOF U 3> ER)
RERTRDOEE (C) Buffer solution =E (ng/mL) BE (uU/mLX)
BERRER 10 pL 90 uL 20.0 520
20.0 ng/mL /&% 50 uL 75 uL 8.00 260
8.00 ng/mL /&% 50 uL 75 uL 3.20 65.0
3.20 ng/mL /&% 50 uL 75 uL 1.28 16.6
1.28 ng/mL &% 50 uL 110 uL 0.400 4.16
0.400 ng/mL &M 50 pL 110 yL 0.125 2.08
0.125 ng/mL &% 50 L 110 pL 0.039 1.04
0(Blank) 110 pL 0 0

[(D) HRP-conjugated anti-insulin antibody]

100 uL ZFE D DI TE D2 IR U TULE T 2@k % (C) Buffer solution T 100 f&(CAFRL T IZELN,
[(E) Luminescent Reagent 1] T [(F) Luminescent Reagent 2]

{£R9 S 15 53~30 73HI(C. (E) Luminescent Reagent 1 52T} (F) Luminescent Reagent 2 % 1:1(vol.:vol.)

TREULTLIES, FRITDIFTEALLTESVWTLZEV, FRAKRDDESRIFEEL TS0,
[(1) Wash stock solution (10x)]

IRHESTFR(10x)Z ER(ESNTATRIK (FFEBK) T10BICHIRLTIIES0N,

5 : 100 mL OIEHEIFR(10%) + 900 mL DFERIK (FZREB/K) (96 DTILETHRERT BI5E)

(RERORENM L REFSE]

(A) Anti-Insulin coated plate
KEA (BEREBZR O ITRETS —)LZRIA L TLVRW) FEERIEX MUy T (FEEDS Y T2 —
W OICRL, ZDFEF 2 CT~8 CTHRIFLTLESV.. BMHARNLZESZHREE T,

(B) Standard mouse/rat insulin solution (200 ng/mL)

Fv bZEDEIUTERT DRSFEATDERICTHEEIDEDE UBIRARL., KDDREBEIERICE
SIRWTESICEZ UMD ERD. 2 T~8 CTHRIFLTLZEV, BREIRNLERZREEFTI.
BRULERREFTRIIESICERAL. REQLBVTLIZE0,
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LBIS Mouse/Rat Insulin ELISA Kit (Luminescent type) (AKRIN-111L)

(C) Buffer solution 2TUE) Luminescent Reagent 1. (F) Luminescent Reagent 2
—EDIBREEAT IREVEBEXI DD ULHDEZFIDELERICE L. KD EERICESRVNTESIC
EZUoM DD, 2 T~8 CTHRIEFEL TS ZEL. BMIRNEZEMZHREET,

(D) HRP-conjugated anti-insulin antibody
Fv bZEDEIUTER T IREHEREF SDEEIDBRDE UAFRARL. KD ORRIIERICESRL)
TESLICEZULoMD LD, 2 T~8 CTHRIFLTLZSV, BMHIRALZERZREF T . FAK
D DOBINBEAHRISEREL TTIZE0,

(I) Wash stock solution (10x)
IEETRR(10X)ZRF T DIHEEE. EZUO>MND LD, 2 T~8 CTHRIFELTLSZS V.. BHHAR
NLZEHZREEF T FAKDOFBREHTRRIERZL TIZS0,

7 RFDRAH

AFy MIVOR/S Y SMEFTZ(FMEE (EDTA FZEAN/NUMmBERUFET). BELE. i
HRPDA AU ZHELET .

ARIKITEE(CHEVRIN, DBELIENYDR/S Y MIEFZFMIRZER LTI,

o MENEHEEREFZEA T DIREIFRICTDREZRRL TS0,

IRIKIEREME T SITAIET Bh\ —35 CUUTF THRERTF U TLIES0 HifE UITIRAEAIE I S ERIC
R UFE D (T U TS IZE0, $DRUDRFERIAR (3BT T <IZE0. EEUWERIMESIZOWRRAIC
RDET,

oA U TR BAE AR (IEDIRNT S ES0N,

XIMUBKR D DFE (SIEE - BM%) ZH 3 2B(CERAETDIEE (L) - BONENESEERE
EREDRR ELRDIBENG DT IO TAECHERLBNTIZS,

o8 D RURNBMDS SRR DDEEE CREBAEICANTIZES0,

IHEMEDRZENFEN UL MRIK(E, B—IRR(CHNT. D 2 M1 > MALDOFRETHIREREZ
R L T<ESN.

IRATHRINT DIHaE. HONUHHERE (PP, PE) FZAWTEER CHRUVAED TILICHELT
TS0V, IRAEFBIRISARRRL TIZE,

(IRIFEDREEERFHIE]

ARV DBBEREOTOT 7 —Co@HEailXx 328, RNFICEEZEEN 100 KIU/mL~500
KIUmL Q7 TOFZ>ZRNMUTRET D EZ2EBHULET ., £fo. REICREITIHSE. —35 TYU
T CTORBREZHERELUFET, RDIRUDFEERER (LB T T IZE0\. (KIU : kallikrein inhibitor unit)

8. AITEIREE
TORIRERIBDBRIRICHET BREZRIE D CHREUL TS ZSEL,
FUABEIRBIE T L — b —)UIE. TL— MO RDICERICR > THSRMALTLIZEU)N,
(1) HBESHMUHARUIEHEFRZZSDTILISHEEZLU 4 BIER(x Q) UET., TDER—/\—FA)LxEDLE
TIL—hEFES(CL, BLIPEDFBRLIICLUTIIILICE D ERERDREET,
(2) BIOITILICRIVAFSAA —CHEESTA AU Z 50 L 9095 LET . X720 L — MRES
FEREZAWTER(xQ)ULET,
(3) EERATED TILICREEDIZEERKZ 5 L 7ELET,
(4) WAKRED T)LICHEAZ 5uL DO ELET,
(5) Y1207 —NMNRESFRBREZAWTER(xQ)LET,
6) TL—hr>—JLEEED, R(20 C~25 C)T 2 BHREFE(xQ)LET .
(7) RIHETH., RIGRZBTHREREZZEITILISHEL. 4 BEER(xOQ)LET. TDH. R—/(—5FA
IREDLETTL—hEFES(CL, BKMEDIFBELSCULTIDTILCHEKR D TEREMDBREET,
(8) BIUIILICEESURERNREZ 50 UL T DOFLET . X0 L — MRESBRREZRT 1 93/
BE*xQ)LET,
(9) EHgIroIOJL—MEIL—K)—4— (FELATER) TRAAEEZANELEI,
FHERINE. 10 9~20 DO TRHET D E2MELET .
(*D). (xQ@). (xQ)UFEFIERE (14, 15R—2) ZITESERIIZELN,
9.518
(EIES (CIEZERIFEER UE T, MIZaERAL X SEiZERRER (ng/mL). Y % FICRE DIEERTER
DS I ERR U T L ES0, EZEERRER (S Web B b [14f11EHR ] TELISA OIZ#ERER | #CSBES
LYo
QUEEMIEL D . BRIEDOFEIEE (CHIET BEE (ng/mL)EHRAHDET,
* MAADFGEE NMZHEREFRYGRE K DIMEBA(X(C) Buffer solution (CTIEEER(CHAR UBERITER M
LTLIEE0N,
HEBVIRTE, 3RZIERFZ(E4F(EF5/I\SA—SF—DFERAEPBEHEHUET,

11
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LBIS Mouse/Rat Insulin ELISA Kit (Luminescent type) (AKRIN-111L)

1000000

100000

10000

RLU(x100)ZIBlank

1000

100
0.0 0.1 1.0 10.0 100.0

Std.(ng/mL)

5 D (IEEMIFHITT (FBGRE L AFERBICRIDEEHUET).
* 7L — U —4— (& Infinite 200 (TECAN )% {3

10.Fv hOD1EEE
o Rl TEEBH]
NDORIZY b2 R > % 0.039 ng/mL~20 ng/mL DFEFETHETEET,
11U=0.03846 mg, 26.0 IlU/mg

ofBFEER (77wt NZEE) oHBIAMMER (Vv zrHZE)
EEMEICERRDEEDA A > 75 EEMEBCRBRDEEDA AU ZHFMUL 3 &K
LTz 2 #tk7z 5 EAIE Z 4 BRI 3 EAIE
(XD RIME*) (XD RIME*)
Sample1 Sample2 Sample1 Sample2 Sample3

n/ID (ng/r?wL) (ng/r?wL) Day /ID (ng/r?wL) (ng/rzL) (ng/rzL)

1 5.23 0.776 Day 0 2.48 0.664 0.175

2 5.27 0.768 Day 1 2.52 0.642 0.171

3 5.36 0.844 Day 2 2.55 0.618 0.160

4 5.38 0.782 Day 3 2.42 0.621 0.163

5 5.35 0.809 mean 2.49 0.636 0.167

mean 5.31 0.795 SD 0.056 0.021 0.0069
SD 0.065 0.031 CV(%) 2.2 3.3 4.1

CV(%) 1.2 3.8 "

Mean CV was within 15 %. Mean CV was within 15 %

o NEUGHER(IE R M K /2 (FMIRARIR(CRIZD 4 BEDA > X 27225 UTZAIE)EURE (X 93.3%~97.8%

NOXIERME* NOXIEEMmEE (EDTA)*
Added Found Recovered | Recovery Added Found Recovered Recovery
(ng/mL) (ng/mL) (ng/mL) (%) (ng/mL) (ng/mL) (ng/mL) (%)

- 0.294 - - - 0.346 - -
0.256 0.544 0.250 97.7 0.256 0.592 0.246 96.1
0.640 0.891 0.597 93.3 0.640 0.949 0.603 94.2

1.60 1.85 1.56 97.5 1.60 1.85 1.50 93.8
4.00 4.05 3.76 94.0 4.00 4.26 3.91 97.8

oBIRERIE (NIAFITIS Y NERBITEICERIIDFED-T 2R 227NN UTE 2 VB SEER C 3 EPEmtR LARE)

12




LBIS Mouse/Rat Insulin ELISA Kit (Luminescent type) (AKRIN-111L)

Mouse Rat
9.00 9.00
500 o MiEEA (ID6) o M;F1&E4R (ID15)
: o MM (D7) 800 | o miEigts (iD16)
7.00 STy — 7.00 y=15.731x- 0.0288
y=15.594x-0. R?=0.9998
600 R?=0.9994 6.00
E E
5 5.00 = 5.00
£ £
[ = [ =
§ 4.00 § 4.00
£ 2.00 y = 3.626x + 0.0382 = 3.00 y = 3.6878x - 0.0138
R2=0.9932 ' R2=0.9912
2.00 2.00
1.00 / 1.00 /
0.00 0.00
0 0.1 0.2 0.3 0.4 05 0.6 0 0.1 0.2 0.3 0.4 0.5 0.6
Dilution Factor Dilution Factor

*NYDJX:CD-1(ICR) & Swh: SD &

M. 8NSTNS1—F1>0& QA
e INRTDITILTORIEH TN
FRRELTEZISNDCE
1)IZERDARIARD AN
2)FN(CBHET BEFERRD AN,
3)F(CRHE T DRFEBRDED EX PHEFRARLNE,
OWR)VAF A —TCEERIBERIDEA.
5)Fv MREREDRE (BELIEHS).
6) L — hODBRIIRR.
TYREGRRODBENMEN D T2,
o 5/ VEHEIRRIERE (0.039 ng/mL)DFEMEE(RLU)E D TS > RLU BN E LK 12D
FERELTEZISNDCE
RN ARNEH., ATE2Thole. (NWILAFIH —CREETL1 > AU UK/ H&RIK & RIGE DT
FROEL 4 @R OFRT 5 E~6 BB L T<IEE0),)
o ZENMRZER(C. V)N K E LN
FERELTEZISNDCE
)HENRNEY, FAR2Thol,
NEHERDEIRIME. T IRADBENATD Thole (REIRADIBIEIFTDCTITo>TLIEELY),
3ERY T o DIREN—TE TN DI,
oQ-1:F v NINEIUTHERITBCENTETEIH?
A1: TEFEYI, TL— MNCBESNEBAS —ILZX NI TOBIICZ > THY A —1RETHIDBEL T
CHERLIEEV, FRULRWTL— NI —)LER S TRIRETHEECIFEE LT IEE0,
0Q-2: JL— rZEDHEULESDTILOR(THRENAD TOE LA T IO ?
A-2 . HTEFIC(IMREETERNTIELUTHDET,
Q-3 : IRARZEFN UTEBSETEVEV UIERBENN S DX UEVREICHENGDEITH ?
A3 RZENEBRIEEMEN S D FE T, BIFEMEMESHIZD., AIETRUT(CRDIBENGDET,
oQ-4 : MIBTHBAFETETEIH?
A4 MIBCTHAETCETEI ., MIBFRIMFOTUEEER(C(E. EDTA (E/z@3N/WWY) ZER LT IEE0,
oEB(CFEULWNSTILE a2 —F 4 2771 QRA (I HHR— AR—ZHEZELESUN,
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LBIS Mouse/Rat Insulin ELISA Kit (Luminescent type) (AKRIN-111L)

(AEFIIZEEFTYVIVURARN]
I EURGRIAE T —5t U TRIRSRATF. AIESRMF. AIESEZHRERAITERFZIT O TIIES Y,
REEFEE Web U MEUVERZH T /2HDRA > b (FhiE) | TN TQRA] 2T IZE N,

O DT — b~ SEEERSICER(20 CT~25 C)IRLTLREN, RILICIE 2 BRI INE
O EMEEEROBIR ERIESNIEREKT. 108(ICHERLTSIZE0N,
O EEFROER (H) : BRICSNIEERT. FRUTLIZE0,

EEERER
10 uL 50 pL 50 pL 50 uL 50 pL 50 puL 50 L
BER EER EENH RE® EER EEE SEEDR
90 uL 75 ul 75 uL 75 uL 110 uL 110 uL 110 pL
HELEE
oL 20.0 8.00 3.20 1.28 0.400 0.125 0.039

RIVAF A —CFEETIA > X HURDFHIR
R SNIZBER T 100 fEICHBRLU T EE0N,

BIFMPEIEFRN U (CEEFR

O

O HuAER{E 96 D)L TL— bk
O 554 (RS R. BSIORDREDT) * D
O NRILAFSSF—EEET >R AR 50 pL *@
O 8B * @
O #fK FlF EEIIDRTY MU ER 5L *@
O [#E#. =820 C~25 C). 2BxIE. 5B *Q., *Q
B ?/ﬂéﬂ'{/t\;f/t(E)%jlﬂsit% 1RO (F) BHEE2 % 1: 1(vol.ovol) TEELTKL %%E%és_c%’:?_g
O [FEF4m (FEREBRER. BSICREREZDT) *®
O FLEE 50 pL
O B 1 oM *x
a FEICREAIE ‘ )

10 ~20 DB TRIET D =R LFT,

(*x Q)FEERZEDTIVICHER. FOOSDLET 10 BEEEARDERELEY, 4 OhEGTFE. RN—/\—5
7t) l/_t(k_jl/ NEE(C LJTDU§/95/$/1Q%TG%(LB$£ UET, /55/%/152'3?%1&@@6; (c_/I:E': L/_C/)\@/ﬁ‘/ﬁ
HEEB(CEUET, HEREERY NCTHRINTIBOREER(E 300 L/ D TILTT, H—. BIVEHE
TBUERZ(0.0381 ng/mL)D RLU IEL DT S>2 RLU BN E K IRBBEIFERTED 1 DEL T, NLA
F A —EETA > R UK/ ARR ERITEDFREIEL 4 [B17%E 7R T 5 [E~6 [E(cIB L TL 12
=W\, TL— NS EROBEDENBEZ(E 5 ML/ D~25mL/ 5 (J ZXILDRICELDERDET)
TY, B RISEDOYIRIDFFEDHF I TI)UEDI A Z(TEFREUTLESV), [HHHEIE] OfhExCSig
<TES0N

(* QWBHDHEZ (L 500 rpm~1200 rpm-10 #2/R. 3 [El, [1BHIRE] OBEZECSB IS0,

(x QMEMIRTEIL — F2—)LZIDEEL TLIEEV\, [RIGEM] DOEExECSBIEE0,

TL— b —ILIHMRERZIN LT, HEERmZTL— MUICUTHORIIFTL<IZEW, —EfFRLE
TL—b—)UEBERLURNTSIZE,
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LBIS Mouse/Rat Insulin ELISA Kit (Luminescent type) (AKRIN-111L)
(x@D)ERYFT 4 IICATDEFEFRIAE [EXRVFT T OEEZESSRIIZE0.
D—0>—kK (1)

Strip 1&2 Strip 3&4 Strip 5&6 Strip 7&8 Strip 9&10 Strip 11&12
A 20.0 ng/mL ARAK 1 RIK 9 R 17 1R{K 25 1RAK 33
B 8.00 ng/mL 1RAK 2 1R4K 10 1R1K 18 1RAK 26 1REK 34
C 3.20 ng/mL 1RAK 3 1RAK 11 18RIk 19 1ReK 27 1R1K 35
D 1.28 ng/mL 1R1K 4 1RAK 12 1RAK 20 1RAK 28 1REK 36
E | 0.400 ng/mL 1RIK 5 1RAK 13 1RAK 21 1R1K 29 1RAK 37
F | 0.125ng/mL 1R1K 6 1RAK 14 1RAK 22 1R4K 30 1R1K 38
G| 0.039 ng/mL 1RAK 7 1RIK 15 1RAK 23 1RAK 31 R4k 39
H 0(Blank) 184K 8 18K 16 1Rk 24 184K 32 1R4K 40

S CFERARICCHERES LI oY NRSEEEIE
oELISAE(FRIERIB(CKDHERTZITE T, ATERE. FRFERINGFIOER : 20 C~25 C (ER&a L
FEFADFAIR—AIREE) ZESTUTLZSW, £ BUR (T7I>0ORESD) : 0.4 misec KL E,
T2 30 %ERBODREBT CORIFELEITTLLIZSV, LOEEFT., BIEEREEER : 0.4 m/sec AL, 18
E 30 %RBmDBRIB T CEMEIT DIEEICIE. BHERIGE. TL— S —ILEITITECMR. FEEDED
R ERSHRIT<IZEE0N,

Bl) 4 >FaR—FA, FBXFO—)LEFEANTERERICSE DS, BIEEDRIBEZMF(ICKDIERAEN
ERIDGENHDDEFIDT, Flzd Web U b\ [RIGEMAE] TTHERLIZESL,

o ZAT VI TORBRIGHC(Z. DIT)LDEZIE. BYIDREAN. BEDRD. DEREOERFREELLET D
A, I TL— b =)L T IESEN,

OIRIR SRR (CARFIMHSRES BRNKDICEZDITTLEETWV 1 DL/ FYVITDTERESEDUET .
oFINERE 1, 2 PLBEERL 96 ITILTL— MIERIBFTIIAERITTREFEL TS,
oARFw NI ELISAEDIHEER T UIcA. £E(HBEEDOT CIHERLIESV.,. BFERMECAET S
BRICIEERY T D IBREOBIRMENRE Ul AR IE S0,

RN CAF v MEER(IFL, BiE. REABKRZE(CDIFT TS0,

OGREFAE T E (CHIFRNWTLESV, AFwv hORHENE>T. B, O, B0, FEHCAELUESES
(FES(CKEK TR THRVIRITEDIC2ANEZITL), HEBRISSEEMOFETEZITTSZE0,
oK+ NEERA L TULBIGFI CIZEREYEYER LIRWT L ESE0,
EAFFRIOTERY ST 2T UIRRNWTLEE0N,

o[V FBESMESHELIXEE THENRNTLSIZE0,

O IRIK(IRERDERMEN DD EDE U TIHDEFE LV TEDFR D TSV, RFwv NMIEIEBEDRKRD =
SEATUVEY,

o FFEAHDIRIK, FHAUCEERS XTEECHVBELMEL THEREL TLIEEL, YBUIARA, FERU
TSEREMREAR. RMEFAOERIAIFIB RO EN N CEHIRDER (T > THREL TLIZEL,
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LBIS Mouse/Rat Insulin ELISA Kit (Luminescent type) (AKRIN-111L)

CRIES]
(FRiE]
CRIER] CRIER]
(Ov hES) (B21EARR)
(&)
(K] LEXR® 412 RXU-NXDRZY b (FEAR)
CZANTE =l ) AKRIN-111L (03— K] 637-54721
Ct) LBIS Mouse/Rat Insulin ELISA Kit (Luminescent type)
e (AKH-INSL, FUJIFILM Wako Shibayagi, Gunma, Japan)
[BREIVETEE]

B ET7MLLADI-INVPFHRINEH
F377-0007 BEESIRIIFAME 10621 TEL.0279-25-0279  FAX.0279-23-0313

<E-mail> wksb-info@fujifilm.com <URL> https://www.fujifilm.com/wksb/ja

B 171 L NEHEERNSH
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	5.構成品
	0(Blank)

