FUJFILM LBIS

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

[LBIS Mouse Insulin ELISA Kit (U-type)]
Cat #633-03411
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 Kkit!

1. Intended use
LBIS Mouse Insulin ELISA Kit (U-type) is a highly sensitive sandwich ELISA system for quantitative
measurement of mouse insulin. This kit is intended for research use only.

2. Storage and expiration

When the complete kit is stored at 2 °C - 8 °C (Do not freeze), the kit is stable until the expiration date shown
on the label on the container. Opened reagents should be used as soon as possible to avoid loss in optimal
assay performance caused by storage environment.

3. Introduction

Insulin is a peptide hormone secreted from B cells of islet of Langerhans in the pancreas with a molecular
weight of about 5800 and pl 5.4. It is consisted of 2 chains, A and B. It has 3 disulfide bonds formed between
A6 and A11, A7 and B7, and A20 and B19. Insulin exists as a dimer molecule in acidic to neutral solution
without Zn ion, and as a hexamer including two Zn ions in neutral solution if Zn ions are present. Main
targets of insulin are liver, muscle, and adipose tissue. Insulin actions in these targets are as follows. In the
liver, it promotes glycogenesis, protein synthesis, fatty acid synthesis, carbohydrate utilization, and inhibition
of gluconeogenesis. In the muscle, it promotes membrane permeability for carbohydrates, amino acids and
K'ion, glycogenesis, protein synthesis, while inhibits protein degradation. In the adipose tissue, it promotes
membrane permeability for glucose and fatty acid synthesis. A precursor of insulin, called proinsulin with a
single polypeptide chain, is first synthesized in the cell, then sulfide bonds are formed, and finally by
enzymatic cutting at two sites, active insulin and c-peptide (connecting peptide) are formed. Potency of an
insulin preparation was originally determined by bioassay. However, whole body bioassay inevitably shows
poor precision owing to individual variation.

WHO issued 1%t International Standard for human insulin in 1986 which has the potency of 26 1U/mg
(0.038 mg/IU). In the same year, 13 International Standard of bovine insulin, the potency of which is 25.7
IU/mg, and Porcine insulin 18! 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 Mouse Insulin ELISA Kit (U-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.
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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.

eIn 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.

e The materials must not be pipetted by mouth.

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.

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. 10 yL/1 vial
(E) HRP-conjugated streptavidin Concentrated. Use after dilution. 20 yL/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 (10%) (a graduated cylinder, a bottle). [IPipettes (disposable tip type). One
should be able to deliver 5 uL precisely, and another for 45 yL and 100 uL. [ISyringe-type repeating
dispenser like Eppendorf multipette plus which can dispense 50 uL. [1Paper towel to remove washing buffer
remaining in wells. LJA vortex-type mixer. L1A shaker for 96 well-plate (600 rpm - 1200 rpm). LIAn automatic
washer for 96 well-plate (if available), or a washing bottle with a jet nozzle. [ 1A 96 well-plate reader (450 nm
1+ 10 nm, 620 nm: 600 nm - 650 nm). [1Software for data analysis.

8. Preparation of reagents
€ Bring all reagents of the kit to room temperature (20 °C - 25°C) before use.
@ Prepare reagent solutions in appropriate volume for your assay. Do not store the diluted reagents.

[Concentrated reagents]
[(B) Standard Insulin solution (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 plU/mL is 26 1U/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 325
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 yL 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 (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 1:500.

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 (10x) to 10 volume with deionized water (or
distilled water) to prepare working solution. Example: 100 mL of concentrated washing buffer (10x) and
900 mL of deionized water (or distilled water).

[Storage and stability]
[(A) Anti-Insulin coated plate]
If seal is not removed, put the strip back in a plastic bag with zip-seal originally used for well-plate
container and store at 2 °C - 8 °C. The strip will be stable until expiration date.
[(B) Standard Insulin solution (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 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 kit 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 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.

eAs 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 mouse serum, plasma (preferably obtained with heparin), culture
medium and tissue/cell extracts. The necessary sample volume for the standard procedure is 5 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 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 pL 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.

) Pipette 45 pL of biotinylated anti-insulin antibody to all wells. Shake the plate gently on a plate shaker (*®).
) Pipette 5 pL of sample to the designated sample wells.

) Pipette 5 pL of standard solution to the wells designated for standards.

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

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

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

) Pipette 50 uL of HRP-conjugated streptavidin to all 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.

) Discard the reaction mixture, and then wash the plate as step (1).

) Pipette 50 pL 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 50 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 *@.

AR OWON_L,OOONOOPAWN

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 10 100 1000
samples with the buffer solution. Mouse Insulin{Utype) [pe/ml]

*We recommend the use of 3rd order regression Mouse Insulin assay standard curve (an example)
curve for log-log plot, or 4 or 5 parameters method  Absorbance may change due to assay

1.000 =

0.100

0.010 o

abs . (450-620nm ~1Blank

0.001
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for log-normal plot in computer calculation. Physiological or pathological situation of animals should be
judged comprehensively taking

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 Remarks
Mouse C-peptide — At 2.5 ng/mL
Mouse proinsulin + At 2.5 ng/mL
Rat insulin + At 2.5 ng/mL
Human insulin + At 2.5 ng/mL

ePrecision of assay

Within assay variation (3 samples, 5 replicates assay) Mean CV was within 10 %.
eReproducibility

Between assay variation (3 samples, 3 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 95.8 % - 109 %
eDilution test

Two serum samples were serially diluted by 5 steps .

The dilution curves showed excellent linearity with R?=0.9994 and 0.9991.
eCorrelation between U-type and ordinary type (TMB) : R = 0.9983

14. Reference assay data
Serum insulin levels of fasted mice.
Mean assay value: 104 pg/mL, SD: 18.2 pg/mL
Mouse strain: BALB/c, 6w males, starvation: 48 hours, n=8
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.
elntense 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:
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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.

[1Bring the well-plate and all reagents back to 20 °C - 25 °C for 2 hours.

[IWash 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

100 pL 100 uL 100 uL 100 puL 100 uL 100 uL 100 pL
Buffer Buffer Buffer Buffer Buffer Buffer Buffer
100 L 100 L 100 uL 100 pL 100 pL 100 pL 100 pL
Concentration
bgml 2500 1250 625 313 156 78 39

[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 45 L
1Shaking (*®)
Samples/Standards 5uL
IShaking (*®), Incubation for 2 hours at 20 °C - 25 °C. (Standing (*@®))
HRP-conjugated streptavidin (E)

Dilute to 500 times by using (C) Buffer solution and use.
(Dilute reagents during the first reaction.)

|Washing 4 times (*®@) *®)
HRP-conjugated streptavidin 50 uL
1Shaking (*®), Incubation for 30 minutes at 20 °C - 25 °C. (Standing (*@))
|Washing 4 times (*®@) *®

Chromogen (TMB) 50 uL
(After dispense, the color turns to blue depending on the concentration.)

1Shaking (*®), Incubation for 30 minutes at 20 °C - 25 °C. (Standing (*@))
Stop solution 50 uL

(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.)

O 0Oo0o0dad

0
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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: 300 uL/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 - 25 mL/min.
(Adjust it depending on the nozzle’s diameter.)

*®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 Mouse Insulin ELISA Kit (U-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 #] 633-03411

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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5.4#p%am

¥ K m 7= 5 =
A e e et SRR | 96 wells (8x12)/1H
(B) Standard Insulin solution (5 ng/mL) JOy—

Bt A > 1) 3R (5 ng/mL) AR 500 uL/1 5
(©) g SoHten ZOEEEA 60 mL/1 7
O AR5 TS e ARG 20uL1 %
P e o) T OEEH 12mL 1 A
() Siop Solien e | ToEEA 12mL/1 &
o ) AR 100 mL/1
TL— k=L 318
ARG EAE 188

6. DR

*x F v NOREIFERFICKHITER (20 C~25 C) (CRLTLZEL 2 BFEUNAEEZTY).

*5.T [ZOFXFEA] EHIREIEREEBTOELTORETHERTETEI . [FIREER] &HDED
[CDWTIETFEEDEECTHELUTLSIZE,

*AE(CHBRDIZIFREERAR O TS ESTVY (CHRARBRCEBREBVEDELEELY),

Gt g )
[(B) Standard Insulin solution (5 ng/mL)] ; I=#Edh¥R{ERL

(B) Standard Insulin solution (5 ng/mL) (&%) & (C) Buffer solution &> TIZERREAR L TS
. FEeld—HITY, XuIU/mL HE(F 26 IlU/mg TIT2> THDFET (4> bOFTS 3> ER)

BRERROE (C) Buffer solution = (pg/mL) EE (UIU/mL3X)
BER Aﬁl/ﬁlﬁ 100 pL 100 uL 2500 65
2500 pg/mL A& 100 pL 100 pL 1250 325
1250 pg/mL & 100 pL 100 pL 625 16.3
625 pg/mL A& 100 pL 100 pL 313 8.13
313 pg/mL &% 100 pL 100 pL 156 4.06
156 pg/mL &R 100 pL 100 pL 78 2.03
78 pg/mLI&& 100 WL 100 L 39 1.02
0 (Blank) 100 pL 0 0

[(D) Biotinylated anti-insulin antibody]

10 L ZFRD DI CTE D272 ML TWLET,

=Rz (C) Buffer solution T 4000 f&F(CHIRL TLIZELY QEBERARZEBHLET).
[(E) HRP-conjugated streptavidin]

20 L ZFRD DI TE DX IR U TULE I BHER %z (C) Buffer solution T 500 fF(CHAIRL TS IEEUN,
[(1) Wash stock solution (10x)]

EETER(10x)E=RIESNIBRIK (EBK) T10EICHIRLTIZE0,

f5 : 100 mL @ (1) Wash stock solution (10x)+900 mL DFEFEUK (ZEE/K) (96 D)L TEERT 355)

(HBORENM LRFHE]
(A) Anti-Insulin coated plate
KEA (DEARREEZGR D ITIREETS —ILZRIA L TLVRWY) FUABMEIER b w T (EEED Y TS —
WIS OICRL, ZDFF 2 CT~8 CTHRIFLTLKESV. BMHARNLZESZREF T,
(B) Standard Insulin solution (5 ng/mL)

Fv hEREILUTERI IRHMERT IERSHEELDMDHE URTERERL, EBODREREERICKE
10



LBIS Mouse Insulin ELISA Kit (U-type)

SIRVWTESBICEZ UMD ERH. 2 CT~8 CTHREFELTLIZEV.. BMHIRANRZEGZHFEE5FT.
ARULEBEREFREIES(TEARAL. REELRRVTLIZE,

(C) Buffer solution T (F) Chromogen (TMB)
—EBDBERZER T IREMNEBEL DD UEZHDEZFIDEZR(CE L. EDEFERICERIIRVNTESI(C
EZUoM DD, 2 CT~8 CTHRIEFEL TS ZEL, BMEIBRANEZEEZREFET .

(D) Biotinylated anti-insulin antibody BT} (E) HRP-conjugated streptavidin
Fv bZEDEIUTER T IREEREF CHEEIDBRDE UATFRARL. EKDDRRIIERICES/RL)
TESICEZ UMD ERD, 2 T~8 CTHRIFLTLIZEV, BMIIBRRNEZEMZREEFT . FAK
DOFBRBAHRIIFEREL TIZE,

(H) Stop solution
BRAKDZREFIDIHEE. EZULoMD ERD. 2 T~8 CTHRIFLTLZEV. BMHARARZE Y
ZIREET,

(1) Wash stock solution (10x%)
RAERR(10x)ZRIF I DIEEE. BEEZUO>NMDERD. 2 T~8 CTHRIFLTIZEL. BINHAR
ALZEMZREFT T, ERKDORIRBEHTRERIEREL TIZEU,

7 RFEDHAH

AFv MEIXORMEFRZ(EMEBE (NUDMBZHFERSUEY). BELE. MR ERFO1r>A) >
ZHAELUET,

o RIK(IEREVE I < (THIET DN, — 35 CUTTHERERFLUTLZEET W, EEUIRK(SAE S B ERIC
FRR LT T LU TLIZEW, DR UDFRIERAR 8T TIZE, IEULVERMESNRWER(C
IRDFEI,

oA U FEARA NS AE BARIK (IENDIRNT K EE LN,

XIMBERDOHE (BIEE - iB3MFE) £HTIAICFEREPRDIES (2L t") BB VESIREBEREDRRE &R
BIEEALRSDEITOTUECEAUBRNTLSEZV. FFv hIFE. B0 40 mg/dL U ETHEINRNET,

o5 D RUNBYDH DRIK IR LD EEE CREZATE(CRAWVWTLSIZEEL,

Ogiw,é@%gb‘ﬁbbb\*ﬁ%(i\ BE—IRIRCHBNT. BRD 2 /R1 > MU LEDERETHIRER %=
ELTSEEWn

RARZEHRINT DIHFE(E. HENUHHBRESZREVWTEER CHRIRUAED TILICHELTSZE0,

(MRADLZTEM ERIFTTIE]

ARV DBBEREOTOT 7 —Co@HEaiNX 228, RNFICEEKEEN 100 KIU/mL~500
KIUmML 7 JOFZ>ZFNMUTRET DI EZ2EBHULET ., £fo. REICREITDHS(E. —35 T
T CORBREZHERELUFE T, RDIRUDFRERER(LETTIZE0\. (KIU : kallikrein inhibitor unit)

8. ITEIRIEE

FRRE IR BDRIRICHF T DREZRIED CHREUL TS ZEL,

HARERIET L — hD>—)Lid. TL— M EDICERICED THSRHALTLEE,

(1) HBSMUHRARUEHEERZZDTILISHEL 4 B5%EFE (xO) UET, TDOER—/\—=FA)LIZED
+FTTL—bhEHFEE(CL, BLMNEDFBRISCUTIOIILICER D IERZRDBREET,

(2) BIOITILICEATF U AEEINA AU HUAE 45 )L S DFELE T X170 L — MREDSHRRAER
AWTER®R (x@) LET,

(3) BIKRED )L Z 5 pL AIUET,

(4) BEMAED T)LICHBREDRERRZ 5 ML IOELET,

by ¥roaOFL— I\}Et')%ﬁfdt%ﬁﬁb\‘dﬁﬁ(* @)LET,

6) TL—h>—)LZEED., R (20~25 C) T2 KHEEEE (xQ®) ULET.

(7) RI¥ET#H. RIGRZE TEFREZEDTIVISHEEL, 4 EEERF(xOQ)LET, TDE. R—/\—4A
IWRREDETTL— hEFES(CLU, BLIPEDIFBREIDIICLUTIOIILICE D ERERDBREET,

(8) BIIILIC, NILAFIAH T - PES AEEWZ 50 L I DFELET . ¥X17o0TL— MREDSES
REZRAWTER (*@) bi@“o

9) TFL—hr>—)LZEED,. =R (20~25 °C) T 30 DEEEE (xQ) LET,

(10) RIt#&T#. RIGRZIE THRFRZEZDTILISHEEZL 4 B5%HEF: (x@©) UET, 2D, R—/)\—5FF
JIVREDETT L — hEPES(CL, BLNEDFBELDICLUTIOIILICER D IERERDBREET,

1) BOITIVICRERZ 50 uL 3D ELE T o0 L — MRESHRIREZHNWTER (x@) UETY,

2) JL— b2 —J)L&ERED. =iR(20~25 C)T 30 DREERE (xQ) LET,

3) FUTILICKIGMZLLE® % 50 yL 39 D95F L. RERIEEFELEUET.

4) B (xQ) &, BB(CNI0TL— NEDYEHESTT 450 nm (BKE 620 nm) TORIEE ZBIE
LEd, BEE(L 600 nm~650 nm DEE CTERTEET,

(x*D). (x@). (xQ) BIEFIEE (14, 15R=>) ZTSBEE0N,

1
1
1
1

Py
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LBIS Mouse Insulin ELISA Kit (U-type)

9.:518

(AIES (IEEMRE/ERR UE T, MEEFERL X SEiEERRERE (pg/mL). Y BiEIRCEDIZERIRD
SRR LTS IEEL,

QQNZERIRL D . IREDRIE (CHET DIEE (pg/mL) ZiFRAHEDET,

* FARDIRFEEHEAERFRINE L DIMTZIHE(S (C) Buffer solution (C CEEEER(GRAR UBSRIEREMLU T
<fEELN,

* EBMIR T, 3IRDBIERFE(E 4 FE 5 /S A—F—DFERZHEDHHRUET .

1.000
A
=
L’J
0
2 0100
= 0.100
£
o
2 0.010 e
w
o
(3]
0.001
10 100 1000
Mouse Insulin(Utype) [pg/ml]

BDIS T HMEEMIREAI TS (RAE(L BIERBECKIDEEHULET).
* FL— kU —4 — (3 SUNRISE RAINBOW(TECAN)% &M

10.%FvY bDTERE

o Rl TEEBH]
NOORA AU % 39 pg/mL~2500 pg/mL DEFE THIE TET X,
o R4

BhEMEZARTFY NCTAE UIZRERIFRERDLEHS DT,
XA 2.5 ng/mLIBERDT—5TY, + :EFD /-  EEL

B TEM " R
IUR C-RIFR - Sy A2V +
IR TOARUS + E~ AU +
EERR (Vv TANEE) (5EAE. 3RE) 15 C VABIE 10 %%
oHIEHER (Fy(RIZE) 3BHE. 34864 3EM) 9 CVAER 10 %K
o TANEURGR R
2 MERIEIC RS 3 BED- >R &R UBIE LR, EURE( 95.8 %05 109 %
AIREFIE
2 MERAEEHN (CARABEER T 5 BEARUAE LU /ZHR. ERERD R2 (409991 & 0.9994

1.28%5(E

JORA AU BIEME : 19 104 pg/mL. 1Z#ERFZ 18.2 pg/mL
HfE . BALB/c. Iiff. 6iEHs. 48 BFEER. 8L, MJE
BB RIS BRIMRERHCKDAEMBIZES UEIDT. CORIEMEFBEZE L THHENIZE0,

12. 85TV —F1 >0 & QEA
e INRNTDITILTORIEHEFLN
EREULTEZRSNDCE
1)ZERDARERD AN
RE(CEET DRFEFRDANTI L,
NFEE(CEET DHFBBRDOED EZVHIRAERAR,
ORI AF A —CEERIBERIDEA.
5+ v MEEREDRE (FELIEES).

12



LBIS Mouse Insulin ELISA Kit (U-type)

6) L — hDBEIIKF.

TREBRODEENMEN D=,

oS/ IMESEAERE (39 pg/mL) D ODELNTS> 2 OD fEHh' E < 123D,

FEREUTERSNBCE

RN TEY, RNTE2THhDO .

(RIVAFA - TESEEY ERISEDOFERDOIE 4 02 R UFRIR T 5Bl ~8 @ LT < IZE0,)

o ZEMHRER(CVIN A E LY

FEREULTERSNDCE

NEENNEY, A2 Thol.

QNEHEGRVEIRME. o (IREDBRENARTED Thole (RERIEDEH(ITED (TITo>TLESELY),

ERYF o DTREN—ET(I Mo 1z,

oQ-1: Fv MNIDEILTHERITDCENTEEINH?

A1: TEET, TL— MNMIEESNIEERS —ILZX NIV TDOMICZE D THY A —IRETHYIDE LT
RISV, FRULRVWTL— NI —)LZM> EIRETESEEICERE L TS0,

0Q-2: L — rZEEDHEUESDTILORSRIAENAD TLELEIMEITIH ?

A-2 : BT CIHRERER/NFTIELUTHDET,

13



LBIS Mouse Insulin ELISA Kit (U-type)
CAEFIEMELEFIVIURIN]

U
U
O

O

I EURGRIAE T —5t U TRIRSRMF. AIESRME. AIESEZHRERAITERFZIT O TIIES L,

DTIILTL— b REEERDICER (20 C~25 C) ICRLTLEEV,, ERILIC(E 2 BRI E
(1) Wash stock solution (10x) : ER{ESNIZABRIKT. 10 &(CHRLTLSIZELN,
EERRDOEIR (Bl) : ERIELENIZ(C) Buffer solution T, HIRLTLIZEULN,

REBRERR

100 pL 100 pL 100 pL 100 pL 100 pL 100 pL 100 L
BER BER BER EER BER BEIR EER
100 pL 100 pL 100 pL 100 pL 100 uL 100 pL 100 pL
BaEE
pgml 2500 1250 625 313 156 78 39

(D) Biotinylated anti-insulin antibody M#¥R
=m{b =M/ (C) Buffer solution T 4000 fFCHIRLTLSIZEL. 2 ERFERIRZHSBHLET,

BIREEIEFIRL O (CEHEFIR

O

O O 0o o0 doodg o ogoood

FAERR(L 96 D TILTL— b~

EF 40 (RERERER. BSOROREDT) * D
EAFAGETA XU 2 HUA 45 L

1B * 2
®K F£l2E REAIUBR 5 puL

1181, =B (20 °C~25 C). 2 BHEXG. BB *Q., *Q

(E) HRP-conjugated streptavidin DFFR. =R =11/z (C) Buffer solution T.
500 fE(CHRRL T IZEV\. BIRBRDARIE—RIGP(TITD,

Vg 4E (BPRRER. BESIOROEREDT) * D
RIVAFSAH - - PESAEEW 50 pL

[1B#, =& (20 CT~25 C). 30 NfEIRID. FFE *2. *Q
4 E (BERRER. BESICRERDT) * D
KR (TMB) : TMB IERIEENTNSZLEME

DFE. BEICIDBRICEE

[1B#, =R (20 CT~25 C). 30 NfERID. FFE *2. *Q
RIGELLR : D BRI _—

7EE. BECKDHEIEBICEE

BE (BS5CER) * @

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

(x Q)FEFRZEDTILCHFR. FOUOSDLET 10 MEEEIRDERLFT, 4 BEGRHE. RX—/\—5

(*
(*

AL EICT L — hEFES(CUTCNEHERETR(CBREVET ., BRRRERDIIER(SERE U TRODBR
ZBES(COELUET, HERZEERY NCRINTDEDREER(E 300 yL/ITILTY . h—. sIVEE
TBREE (39 pg/mL)D OD fBL DTS > OD ENE K IRDIBEFHFERSED 1 DEL T, NLAFIS

— - PED AEEY ERITEDFRDIEL 4 BZ2E CFR T 5 El~8 BITIF L T /ZE0. JL— Nk
P ERDIBZEDENBR(E 5 mL~25 mUy (JXILDRICKDERIRDZEY) TI, F—RINED
YBIDFEFEDH I T)UEIDI A= (TEELTLZEUN,

@WEH#HDEZ (X 600 rpm~1200 rpm-10 #/. 3 [E,
OWBHIRTERIL — b —J)LEMDEREL TS EE0,
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LBIS Mouse Insulin ELISA Kit (U-type)

TL— b —ILERERZRN LT, #BEZTL— MUICLU T TS ZEW., —EFEALZ
TL— b —ILEBERLRNTIZE,

J—o2—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 1R1K 4 1RAK 12 1RAK 20 1REK 28 1REK 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 RN 16 1RIK 24 1RIK 32 1RIK 40

SO BBARICCHRIEE VI Lo Y MRUSEESEIA

o RUHREBREZEOTOFT 7—CDEETZEINZ /2. FRMFICKRIZEEN 100 KIU/mML~500
KIUmML D7 7OF >R/ MU TIRETBCEERBHUET . e, REACHEREITDHEE. —35 C
T TOFREREZHRELUF T, BORUDREHIAR T TIZTEU) (KIU : kallikrein inhibitor unit)
oELISAEIFATERIBICKDEE R TET, BAITFRIE. FBRERISHBPIDOER : 20 C~25 C (&AL
FrREFAFAR-FIRERE) ZEESTFUTLZEEV, £e. BUR (T7O>0RES) : 0.4 misec BL L.
T2 30 %ERBDREBT CTORIELEITTLLIZSV, LOEEFT. BIEEREEER : 0.4 m/sec AL, /8
E 30 %EXBDIRET TEMI DHEICIE. BERATYVIDBRERICE. 7L — S —I)LETDECNR.
TEROIDIRFEECIHRETIESUN,

Bl) A >FaR-FA, FBAFO—)LEENTHERIGSEDE, AEZEDRIBEM(ICKDITRAEN
BIRXBIBENSDEIDT. FHEBEVEDEIEE,

o BZRT VI TORBERIGIFIC(E. DTILDEZE. BYIDEA. BEDRD. DEREOERREZMILET S
A I TL— =)L TLEEN,

OIRAR LSRR (CARFINRES BSIRVELDICTEDITTLIEE VWA DIV FYVITDTHEREPBED LET .
oFHRIF 96 ITIL T L — MNMIEATIFTITBENEEERATI, AEBITTREFELTLIES0,
LEILRIIMERT BETIIEETT,

oA+ W N ELISASEDHHERSR T Uich. FeHBEED T CIHEARALLEEL., AFERIEFCHETSD
BRICIEENRY T DIIREOBIRMENRTE Ul ANSHERIEEU,

AN IAT Y MEEP(IFL, BRiE. REABNKEZE(CDIT TS,

GAFIAXEE (CHIRVT L EEW, Aty hiEENE-> T, B, O, 80, KEE(CABELUESEE
(FES(CKEBEK TR THEVIRITEDIL2NEEITL). HEBRIZSEEMOFHTERITTIIZEEL,
o AT v hNEER LU TLWBIBAT TIEEREPEIEZ LIRWTLIESEUN,
EFAFIOTERY ST 2T URNWTLIZEE0N,

o[V hESDESHELITEE TENDIRNWT L IZELN,

o IRIKIRERDEIRMEN G D HEDE L THRDFE LU TEDIRS TLEEV. AF v NMNIBWIBERDM D %=
SEATVNET,

ofFFEAHDIRIK, FAHUSEERSE (1 %RILIUS, 2%TILF—ILTILTE REE 0.1 %A EDR
WIERFT NUDLABRIC 1 BRI BRI T< SV FedA— NIL—THELE U TEELTL 2
=0\ A USEER RSO BB (SFRE S OIRET N C &I ES (T TEREL TLIEEU),

15



LBIS Mouse Insulin ELISA Kit (U-type)

CAES)

Gz

CAIER] CAIEH]

(Ov bES] (B5NHARR]

(EES)

(i) LEX® 4>V -XIR (UBSAD)
(F060— R 633-03411

(ZR5EER5EC] LBIS Mouse Insulin ELISA Kit (U-type)
[(BREVEEE]

WiEFT 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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