FUJFILM LBIS

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

[LBIS Mouse Insulin ELISA Kit (RTU)]
Cat #639-23911
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 Mouse Insulin ELISA Kit (RTU) is a sandwich ELISA system for quantitative measurement of mouse
insulin. This kit is intended for research use only. In this kit, ready for use standard solutions are provided.
Serial dilution by your own hands is no longer necessary. Other reagents and assay buffer can be also used
without dilution. This will save your labor and increase assay performance as well.

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, 1t International Standard of bovine insulin, the potency of which is 25.7 1U/mg,
and Porcine insulin 13t International Standard, 26 IU/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 IlU/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 animal.

4. Assay principle

In FUJIFILM Wako Pure Chemical Corporation’s LBIS Mouse Insulin ELISA Kit (RTU), biotinylated
anti-insulin antibody, and standard or sample are incubated in monoclonal anti-insulin-coated wells to capture
insulin bound with biotinylated anti-insulin antibody. After 2 hours’ incubation and washing, HRP (horse radish
peroxidase)-conjugated streptavidin is added, and incubated for 30 minutes. After washing, HRP-conjugated
streptavidin remaining in wells are reacted with a chromogen (TMB) for 20 minutes, and reaction is stopped
by addition of acidic solution, and absorbance of yellow product is measured spectrophotometrically at 450
nm. The absorbance is proportional to insulin concentration. The standard curve is prepared by plotting
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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.

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 |n treating assay samples of animal origin, be careful for possible biohazards.

o This kit contains components of animal origin. These materials should be handled as potentially infectious.

eUnused samples and used tips should be rinsed in 1 % formalin, 2 % glutaraldehyde, or more than 0.1 %
sodium hypochlorite solution for more than 1 hour, or be treated by an autoclave before disposal.

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

eThe 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 solutions
(6 concentrations, pg/mL: color)
®12000:black @4800:purple 32000:red
@800:0range ®300:yellow ®100:white

100 pL/1 vial/conc.

Ready for use. (6 conc., 6 vials)

(C) Buffer solution Ready for use. 60 mL/1 bottle
(D) Biotinylated anti-insulin antibody Ready for use. 12 mL/1 bottle
(E) HRP-conjugated streptavidin Ready for use. 12 mL/1 bottle
(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 [Use as a check box

[IDeionized water (or Distilled water) [1Glassware for dilution of Wash stock solution (10x) (a graduated
cylinder, a bottle) [IPipettes (disposable tip type). One should be able to deliver 10 pL precisely, and another
for 100 pL. CISyringe-type repeating dispenser like Eppendorf multipette plus which can dispense 100 L.
[IPaper towel to remove washing buffer remaining in wells. [JA vortex-type mixer. [JA shaker for 96
well-plate (600 rpm - 1200 rpm) LIAn automatic washer for 96 well-plate (if available), or a wash bottle with a
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jet nozzle. [JA 96 well-plate reader (450 nm £10 nm, 620 nm: 600 nm - 650 nm) [1Software for data analysis.

8. Preparation of reagents
@ Bring all reagents of the kit to room temperature (20 °C - 25 °C) for about 2 hours before use.
@ Prepare reagent solutions in appropriate volume for your assay. Do not store the diluted reagents. The
reagents indicated as ready for use in section 6 can be used without preparation after getting back to
room temperature.

[Concentrated reagents]
[(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 Insulin solutions]
When you separate the kit for plural assays, take out the standard solution vials from refrigerator just
before assay. To avoid contamination, exchange tips at each delivery. Remaining standards should be
tightly capped and stored at 2 °C - 8 °C before returning to 20 °C - 25 °C. They will be stable until
expiration date.
[(C) Buffer solution], [(D) Biotinylated anti-insulin antibody], [(E) HRP-conjugated streptavidin] & [(F)
Chromogen (TMB)]
When separating the kit for plural assays, transfer a little more volume than necessary to other vessels
and the remaining solutions should be tightly capped and stored at 2 °C - 8 °C before returning to 20 °C -
25°C. They will maintain stability until expiration date.
[(H) Stop solution]
The remaining solution should be tightly capped and stored at 2 °C - 8 °C. It will maintain stability until
expiration date.
[( 1) Wash stock solution (10x)]
The remaining solution should be tightly capped and stored at 2 °C - 8 °C. It will maintain stability 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.

eTime the reaction from the pipetting of the reagent to the first well.

eThe 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
of incubation.

10. Preparation of samples
This kit is intended to measure insulin in mouse serum, plasma (preferably obtained with heparin), culture
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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 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 100 L of biotinylated anti-insulin antibody to all wells. Shake the plate gently on a plate shaker (*®3)).
3) Pipette 10 pL of sample to the designated sample wells.

4) Pipette 10 uL of standard solutions to the wells designated for standards.

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

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

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

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

)

)

)

)

)

)

9) Stick a plate seal (*@) on the plate and incubate the plate for 30 minutes at room temperature.

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

Pipette 100 pL of chromogen (TMB) to wells, and shake as step (5).

Stick a plate seal (*@) on the plate and incubate the plate for 20 minutes at room temperature.

Add 100 pL of the stop solution to all wells and shake as step (5).

14) Measure the absorbance of each well at 450 nm (reference wavelength, 620 nm) immediately using a
plate reader. 600 nm - 650 nm can be used as reference wavelength.

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

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

(2) Using the standard curve, read the insulin concentration of a sample at its absorbance*, and multiply the
assay value by dilution factor if the sample has been diluted. Though the assay range is wide enough, in
case the absorbance of some samples is higher than that of the highest standard, please repeat the assay
after proper dilution of samples with the buffer solution.
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Mouse insulin assay standard curve (an example)
Absorbance may change due to assay environment.

*We recommend the use of 3rd order regression curve for log-log plot, or 4 or 5 parameters method for
log-normal plot in computer calculation. Physiological or pathological situation of animals should be judged
comprehensively taking other examination results into consideration.

**Reference for unit conversion; plU/mL = 26 1U/mg. See also section 3.

Concentration (pg/mL) Concentration (ulU/mL**)
12000 312.0
4800 124.8
2000 52.0
800 20.8
300 7.8
100 26

13. Performance characteristics

eAssay range; The assay range of the kit is 100 pg/mL - 12000 pg/mL.
e Specificity; The antibodies used in this kit are specific to insulin.
Cross-reactivity of the kit is shown below. Cross-reactivity at conc. 12000 pg/mL.

Substances Cross-reactivity Substances Cross-reactivity
Mouse C-peptide — Rat insulin +
Mouse proinsulin + Human insulin +

ePrecision of assay

Within assay variation (three samples, six replicates assay) ; Mean CV was within 10 %.
eReproducibility

Between assay variation (three samples, four days, assayed in triplicate); Mean CV was within 10 %
eRecovery test

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

The recoveries were 96 % - 106 %
eDilution test

Two serum samples were serially diluted by four steps.

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

14. Reference assay data
Mouse insulin assay data: 798 pg/mL - 2425 pg/mL
Mouse strains: C57BL/6, BALB/c, male, 8 weeks old, fed ad libitum
Number of animals: 12/strain  Samples: serum
These data should be considered as guidance only. Each laboratory should establish its own normal and
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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.
4)Contamination of peroxidase enzyme inhibitor(s).
5)Influence of the temperature under which the kits had been stored (if stored frozen).
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.
eBlank OD was higher than that of the lowest standard (100 pg/mL).
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.)
eHigh coefficient of variation (CV)
Possible explanation:
1)Improper or inadequate washing.
2)Improper mixing of standard or samples (Sufficiently mix frozen samples).
3)Pipetting operation was not constant.
eQ-1: Can | divide the plate to use it for the other assay?
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
e Q-2: | found there contains liquid in 96 well-plate when | opened the box. What is it?
A-2: When we manufacture 96 well-plate, we add 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.
[JBring the well-plate and all reagents back to room temperature at 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

Anti-Insulin coated plate
|Washing 4 times (*®@) *®
Biotinylated anti-insulin antibody 100 yL
1Shaking (*®)
Samples/Standards 10 uL
|Shaking (*®), Incubation for 2 hours at 20°C - 25°C . (Standing(*@))
|Washing 4 times (*@) *®
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 20 minutes at 20 °C - 25°C . (Standing(*@))
6
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Stop solution
(After dispense, the color turns to yellow depending on the concentration.)

[0 |Shaking (*®) Immediately shake.

0 Measurement of absorbance (450 nm, Ref 620 nm) immediately ®
(Ref. wave cancels the dirt in the back of plate.) 5 ]

*(@After dispensing wash buffer to wells, lightly swirl the plate on your palm for 10 seconds and shake off the
buffer. After successive four-times-washing, strike the plate upside-down onto several layers of paper
towels to remove residual buffer remaining in the wells. Immediately apply next reagent so as not to let
the wells go dry. 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.) Be careful with the contamination between wells at the only initial washing after the first
reaction.

*®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.

0 100 L

Worksheet example

Strip 1&2 Strip 3&4 Strip 5&6 Strip 7&8 Strip 9&10 Strip 11&12
A | 12000 pg/mL Sample 2 Sample 10 Sample 18 Sample 26 Sample 34
B 4800 pg/mL Sample 3 Sample 11 Sample 19 Sample 27 Sample 35
C 2000 pg/mL Sample 4 Sample 12 Sample 20 Sample 28 Sample 36
D 800 pg/mL Sample 5 Sample 13 Sample 21 Sample 29 Sample 37
E 300 pg/mL Sample 6 Sample 14 Sample 22 Sample 30 Sample 38
F 100 pg/mL Sample 7 Sample 15 Sample 23 Sample 31 Sample 39
G 0 (Blank) Sample 8 Sample 16 Sample 24 Sample 32 Sample 40
H Sample 1 Sample 9 Sample 17 Sample 25 Sample 33 Sample 41
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Assay worksheet

LBIS Mouse Insulin ELISA Kit (RTU)

[Storage condition]  Store the kit at 2 °C - 8 °C (Do not freeze).
[Term of validity] Expiration date is indicated on the container.
[Cat #] 639-23911

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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(C) Buffer solution. (D) Biotinylated anti-insulin antibody. (E) HRP-conjugated streptavidin. (F)

Chromogen (TMB)
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(H) Stop solution
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XMABEDOHE (FIEH - iBMF) Z2IHT 3BICFEREPOIESE (¥Ll:) - BIARWESIREBEREDRELE
RBIBEDSDEITOTAEICEALBRNTLSEEWV, FFY MBS, BT 40 mg/dL L ETHEIENET,
o8 D MUNBY D DIRIK( &R D BEE THREBBIE (CAWTIZEU),
09)5@*%%@%@’73‘%@0 ULMRIRIE, BE—1RIKICENT, BB 2 /IR1> MALORIRETHINEREZ
L TLIZEY
IRAEH/INT DIHE(E. oM UHHBREFZRVWTEER CHERUAED TILICHEL TS0,

(RARDLEMY ERFHE]

ARV ODBBREOTOT 7 —Co@Eailx 328, RMFICEREZEEN 100 KIU/mL~500
KIUmL O777OF > Z2R/MUTRETDCEZEBHLET, £z, RIICRETDHAE. —35 CTU
TCTOFRBREZHERUFT . BORUDFERIAE(SETTIZZ0, (KIU : kallikrein inhibitor unit)

8. ATEIRIEE

TEHRE RGO DRIORICHFT DEEFEZREC D CHRL TS ZEL,

FUABMEET L — bD>—)UIE. TL— MR ICERICED THSRINLTLIZE0,

(1) HSNMUHARUIEHFRZZDTILISHIZL 4 BHEF(x Q) LET, TDENR—/\—FA)LIREDLE
TITL—hEFEE(CLU. BLNEDIFBDLICULTITILCE D ERERDBREET,

(2) BIOIILICEAFUAEETIA AU HUAZ 100 uL 3 D55FUET . ¥N7o0O0TL— MRESEERE

ZRAWTE#H(xQ)LET,

) BRSRITED T)LICI&AEZ 10 ML mlUERT,

) BEMATED T)LICKRBREDEESRTRZ 10 uL IOMELET,

) X400 —NMNRESSHRREZHANWTE#HR(xQ)UET,

) TL—bh2—I)LZD. =R(20 C~25 C)T 2FHEEFE(xQ)LET.

) RISHETHE. RIGRZEIETRERZZDTILISHIZLU. 4 BIER(xO)UET. D&, R—/){\—5FF

IREDETTL—hEFEE(CU, BLMEDIFBDLSCUTIOIILICHER D TERZRDBREE T,

(8) BIIILIINILAFIA T - PESHEEYZ 100 yL 3 D3ELET .. ¥17o0OTL— MNMREDSER
REZRAWTERF(xQ)LET,

9) FL—h>—)LZEED, Z=R((20 C~25 °C)T 30 DHEEFE(xQ)LET,

(10)RISHE T, RIGRZIE TRFERZEZDTILICHEZL 4 BIRHR(x Q) UET. D& R—/)\—=5H)L
REDETTL—hEFEE(CLU, BLMNEDIFBLSCUTIOTILICHEK D TERZRDBREET,

MEDTIVICRERZ 100 L $DOELE I XM IO0TL— MRESFRREEZHAWNWTER(xQ)UE T,

12) 7L — b2 —)LZBED . ER(20 C~25 C)T 20 DEEFE(xQ)LXET,

13)& D T)UICRIMELIERZ 100 yL IO E L. HERICZFEIEUVET,

14)BH(* Q). BEICAo0OT L — MEDHNESTT 450 nm (BliEE 620 nm) TORAERERIELE
9, &alRER(E 600 nm D~650 nm DEFH CTHERATEET,

(*@D). (*Q). (xQYUEFIEMIE (14 XR—>) ZISRITELN,

9.518

(RES (CIRERIRE/FR U E I, MxEaERL X MZRETRERE (pg/ml). Y 8zl E ORERRD
SJ%ZERR LTS IZE0N,

(URERIRE D RADIICE (ST DIRE (pg/mL)Zs5HFED X,
* ARADISEEDRAERIREOUE K DIMUTSZE X CHEEIRIC CESMER(SRRUBRAEZREL T ESU,
*HEIE(F, 3RBIANFC(F 4 FZE 5/ (SA-Y—DEAZEBHEUFET.
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http://www.shibayagi.co.jp/pdf/Interfering_substance.pdf

LBIS Mouse Insulin ELISA Kit (RTU)
D5 D (IEEMIFHTY (RAE(F. AIERRBCIDEBHLUET).

1.00 /
a4
=
=
N
=
3
2 0.10
=)
[T}
j
g
=
0.01
10 100 1000 10000
Mouse Insulin[pg/mi]

BEAMEDITENR ; plu/mL #15(3 26 IUImg TIT> THDFT (1> bOY IS 3> SR)

i=E (pg/mL) BE (uU/mL3X)

12000 312.0

4800 124.8

2000 52.0

800 20.8

300 7.8

100 26

10.Fy hOIEHE
o Rl TFEEB[H]

ﬂ;%§4>xu>%1wpwm~mmmmmm®ﬁHTMET§§¢°

BhEMEZARTY NTAE UEERIIRERDEHSDTY,
XEZAEME. 12000 pg/mL BEERDT—F T, + : REFD

BIAZ, N RIAE, T
YIRX C-RIF R RILBELT Sy A>RU> +
IYR TOA RIS + e A>RUS +
JEERR (7 y TANEH) (6 BAE. 31RH) 15 C.VABE 10 %K
oHIAMHER (P HIZE) (EAE. 3k 48M) 9 CVAER 10 %Ki
RNENRGEER
2 MBIRIAICRRD 4 BEDA >R RINUBIE UHER, EIRERD 96.0 %05 106 %
FIREIRIE

2 IMBIRIAZ B (CARIRAERER T 4 BRPERIRUAIE U/THER, ERROFD R? (£ 0.998 & 0.999

1.8E(E
NORA AU ZBIEE : 798 pg/mL~2425 pg/mL
ifE : C57BL/6. BALB/c. fiff. 8iBfn., ANEf¥GER. 12 L /df&E. MME
BB RIS BRMREFCKDAEMBIEBLFEIDT. CORIEMBEFBERZE L THEN TS0,

12.:55TN>1—F1 >0 & QA
e INTDITILTORIEHEFLY
REREULTEZSNDCE
1 VEEERARAD ATUS .
2)RE(CREIE T DRBEBRDANTN.
RE(CEHE T IMEBTRDEDIEZ .
12



LBIS Mouse Insulin ELISA Kit (RTU)

ORI AF A —CEERIBERIDEA.

5% v MREBREDFEE (RELEES).

6) L — hDBRIIKR.

FEERDREMEN DI,

o/ MEEERTERE (100 pg/mL)D OD EL D TS> %7 OD BN S 122D

EREUTERSNBCE

RN TEY., N2 ThDOT.

(RIVAFSA - TESEEY ERIGEOFERDOIE 4 02 R UFRIR T 5Bl ~8 @Yo LT < IZE0),)
o ZEMHRER(CVIN ALY

FEREULTERSNDCE

VEENNEY, A2 ThoI,

QNZHERVOEIRME. FEIREDBENARTED Thole (REREDEH(ITED (CITo>TLESELY),
3ERYF o DTREN—ET(Ih o1z,

oQ-1: Fv MNIDEILTHERITDCENTETEINH?

A1:TEE9I, TL— MBS NIEERS —I)ILZX NIV TOBIICZ > THYSI—RRETUIDEELT

CEALLEESWV, FRULRVWTL— NI —)LZM> EIRETESEEICREE L TS0,

oQ-2: JL— hrZEEDHEUESDTILOR(SRIANAD TOELEIMEITI O ?

A-2 . BEF C(IMREZERNTIELTHD XD,
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LBIS Mouse Insulin ELISA Kit (RTU)
(AEFIRIEEFTY IV

U
U

WS EURERAE T —

DTILTL— I~
BB EROAEIR

a0 U TS, AIESRAT.

REEE TR0 CT~25 C)TRLTL S,
 BREESNIERBRK T, 10 EBICHRLUTLSIES,

BEREEIRFIRLOCREFHR

O

0O 0O 0O 0o 0 oooogogogoodg

FUAERE 96 DTILL— b~

e 4Bl (RRRRER. BEIORDREDT)
EAFAEETA XU AR

1B

Bk FrelE EEAXUZIBER

B, =8B (20 C~25 C). 2BEKIG. 5B
e 4Bl (RRRRER. BEIORDREDT)
RIVAFS AT - PESAEEY

B, =8B (20 C~25 C). 30 DG, 58E
4 E (RRRFRER. BSICRERDE)
FHER(TMB) TMB BER{EENTWB L &R
DEE. BEICIDBEICEE

B, =8B (20 C~25 C). 20 DG, 5858

RIS LERR SRR (C D EHURIER
MEE. RECLDEBRICER

B (B5(CER)

BS(ICIRAERE (FRE 450 nm. BEE 620 nm:600 nm~650 nm)
BIERETL— hEEDENEZF v ILUET

100 L

10 pL

100 L

100 L

100 uL

AET R R RAIEIRF T o T ESN,
ZRIEICIX 2 BREALLE

*®

*Q

*Q. xQ
*®

*Q. xQ
*@
*Q. xQ

*Q

(* QYFFRZDTIVICHER. FOOSDLETI0REEEIKRDERLUE T, 4 BEFRTRER. X—/(—

BAAINELCTL— hEFES(CLUTMEHERETRICBHRELE T, TRRRERDIZECSERELUTR
DBEREESBICHEUET . HFRZERY NTHRINT3BOREER (L300 L/ I TILTYI, 8H&E
FDOVILFF v oRILERY NTCOFESHEARICEID TSI EROBRERDFITDTHER
[FPBHEUEFEA. H— RIMEEBREE(100 pg/mL)O) ODIELNTS>2 ODENE LK 12DI5
BIEFERAED 1 DELT. NAFIAH - - PESIEEY ERIGEDFEFDIE 4 %R CFtE
T 5~8 MO(CIEPLTLEE W, TL— NEFMCBEROBEDEHERE5mL,/ 3~25mL/ 53 (/
ZIVDRICKDERDET) TI, F—RICEDYIEDFEFEOHFDI TILEDI A Z(TSERELUTLE
=LY,

(* QWEHDHEZ (L 600 rpm~1200 rpm-10 /3. 3 [Ol,
(x QWEHIRTE I L — 2 —)LZEMDEEL TLIESUN,

TL— b —ILIREREZIN LT, #MBEETL — MICLTHDMAITTIZEN, —EFALEZ

TL— b —)LEBERURNWTLIEE0,
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LBIS Mouse Insulin ELISA Kit (RTU)
JD—0>—h ()

Strip 1&2 Strip 3&4 Strip 5&6 Strip 7&8 Strip 9&10 Strip 11&12
A | 12000 pg/mL 1RAK 2 1RIK 10 1RIA 18 1R 26 1RIK 34
B 4800 pg/mL 8RR 3 1RAK 11 1RAK 19 1RAK 27 1R1K 35
C 2000 pg/mL 1RAK 4 1RIK 12 1RAK 20 1RAK 28 1R1K 36
D 800 pg/mL 1RIK 5 1RIK 13 1RAK 21 1RAK 29 1RAK 37
E 300 pg/mL 1RIK 6 1RIK 14 1RAK 22 1&RAK 30 1R1K 38
F 100 pg/mL RAK 7 1R{K 15 1RAK 23 RAK 31 1RAK 39
G 0 (Blank) 1Rk 8 1R1K 16 1RIK 24 1RAK 32 1RAK 40
H TRIK 1 1RIK 9 IRAK 17 1R{K 25 1R{A 33 1RIK 41

S CFERARICCHERES LT oY NERSEEEIE

o RUHREBEREODTOFT 7 —CDEETZEINZ 22, FHMFICKRIZEEN 100 KIU/mML~500
KIUmML D7 7OFZ>ZR/MUTIRETBCEERBHUET . e, REICHEREITDIHEE. —35 C
UTTOFREREZHRELUF T, BORUDREHIAR(FEE T TIZEU) (KIU : kallikrein inhibitor unit)
oELISAEIFATERIBICADEFE R TET, AITFRIE. FBRERISHBPIDER : 20 C~25 C (&AL
FrREFAFAR-FIRERE) ZEESFUTLZEEV, £e BUR (T73>0RES) : 0.4 misec BL L.
T2 30 %ERBDREBT CTORIELEITTLIZSV, LOEEFT. BIEEREEER : 0.4 m/sec AL, /8
E 30 %EXBDIRET TEMI BDHEICIE. BERATYVIDBRERICE. 7L — S —I)LETDEICNR.
TEROIDIRFEECIHRET S IESUN,

Bl) A >FaR-FA, FBAFO—)LEENTRHERIGSEDE, AEZEDRIBEM(CKDITRAEN
BIRXBBENSDEFIDT. FHEBEVEDEIEE,

o ZATYV I TORBERIGHC(Z. DITILDEIE. BYIODREAN. BEDRD. DEREOERFEELETS
A I TL— =)L TLEEN,

IRR LB CARFINRES BSRNELDICETEZDITTLIEETWV 1 DIV FYV IO FEREZSBEDHUET,
oFHEKIL 96 ITIL T L — MIERAITIETITBENSTEEATI ., HEBITTREFELTLEE0,
MEILRIIMERT BETIIEETT,

oA+ W M ELISASEDHHERR T Uich. FEHBEED T CTHEARALESV., AFEERMETRAET D
BRICIEERY T DIREOBIRMNRE Ul AN SERIEEU,

AN CAF v MEEP(IFL, BiE. REABKREZE(CDIFT TS,

GREFAETE (CHIFRNWTLKEST VY, At v hORENE-> T, B, O, B0, REZFCHELESRES
(FESB(CKEBK TR TEVRITSEDI2NEEITL). HEBRMIZEEEOFHTERITTIEEL,
oARFvw hEER LU TULWBIBAT TIIEREPEEZ LIRWTLIESEU,
GREFEIOTERY T > UIRWTLESE0 N,

o[V hEESDESHELITEE TENDIRNWT L IZEULN,

O IRIRITRRDEIRMEN G D EDE L TRDFELUTEDRS TS EEV\. AF v NMNIBWIBERDM D %=
SEATVET,

ofFFEAHDIRIK, FAHAUCHEERSE(E1%TRILIUS, 2%TILI—ILTILTE REIE 0.1 %A EDR
WSR-S NI LABRIC 1 BRU RS EEV FEA— MIL—THEIELU TERELTLZ
=0\, R U R RS AO R B (PR E MR O TE T N C &I ES (T TEEL TLEEU),
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LBIS Mouse Insulin ELISA Kit (RTU)

CAES]

(FriE)

CAIER] CAIER]

(O ~ES] (B3hHARR]

(%)

() LER® 41> X U>2-XDR (RTU)
(F0¥e 01— K] 639-23911

(ZREER5EC] LBIS Mouse Insulin ELISA Kit (RTU)
(BREIVEEE]

BERTT ET7/VL M ERA ST
ARHPREXEEHI=TH1&25
Tel : 06-6203-3741
Fax : 06-6201-5964

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