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[LBIS Dog Insulin ELISA Kit]

Cat # 633-01451
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 Dog Insulin ELISAKit is a sandwich ELISA system for quantitative measurement of dog 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 possibl void loss in optimal
assay performance caused by storage environment.

3. Introduction . Q

Insulin is a peptide hormone secreted from B cells of islet of Langerhans)i ncreas with a molecular

weight of about 5800 and pl 5.4. It is consisted of 2 chains, A and B. It &ulfide bonds formed between

A6 and A11, A7 and B7, and A20 and B19. Insulin exists as a di e@:u e in acidic to neutral solution

without Zn ion, and as a hexamer including two Zn ions in neutral g@lutionsif’Zn ions are present. Main targets

of insulin are liver, muscle, and adipose tissue. Insulin action@ targets are as follows. In the liver, it
m

promotes glycogenesis, protein synthesis, fatty acid syfith , garbohydrate utilization, and inhibition of
gluconeogenesis. In the muscle, it promotes membrane ity for carbohydrates, amino acids and K
ion, glycogenesis, protein synthesis, while inhibits in\degradation. In the adipose tissue, it promotes
membrane permeability for glucose and fatty acid synthesis.

A precursor of insulin, called proinsulin with a polypeptide chain, is first synthesized in the cell, then
sulfide bonds are formed, and finally en@ cutting at two sites, active insulin and c-peptide
(connecting peptide) are formed. PotencN in preparation was originally determined by bioassay.
However, whole body bioassay inevitab wSypoor precision owing to individual variation.

WHO issued 1%t International Stand human insulin in 1986 which has the potency of 26 1U/mg
(0.038 mg/IU). In the same year, nteffational Standard of bovine insulin, the potency of which is 25.7
IU/mg, and Porcine insulin 18t | al Standard, 26 1U/mg, were provided. Before these standards, in
1974, 1st International Refer eparation of human insulin for immunoassay was provided as 3
IlU/ampoule. Based on th% ata, if the biological activity of insulin per molecule is the same among

various animal speciesgpot of animal insulin might be calculated from their molecular weights. But, so
rimental proof about this. As the molecular weights of insulin of various animals are
ifferences are within 1 %, there may be no critical fault if we think that the general
U/mg. Rat and mouse have two molecular species of insulin, type 1 and type 2.
of these molecular species are same between rat and mouse. But as their ratios are
ese two animal species, it is recommended to use standard preparation derived from

far, we do not haye
nearly the sa
potency of i
Amino acid se
different between
each animals.

4. Assay principle

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

5. Precautions
eFor professional use only, beginners are advised to use this kit under the guidance of experienced person.
In manual operation, proficiency in pipetting technique is recommended.
1
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eUse clean laboratory glassware.
eAvoid contact with the acidic stop solution and chromogen (TMB) containing hydrogen peroxide and
tetramethylbenzidine. Wear gloves and eye and clothing protection when handling these reagents.
eBe careful not to allow the reagent solutions of the kit to touch the skin, eyes and mucus membranes.
Especially be careful for the stop solution because it is sulfuric acid. The stop solution and the substrate
solution may cause skin/eyes irritation. In case of contact with these wash skin/eyes thoroughly with water
and seek medical attention, when necessary.
eDo not drink, eat or smoke in the areas where assays are carried out.
e In treating assay samples of animal origin, be careful for possible biohazards.
o This kit contains components of animal origin. These materials should be handled as potentially infectious.
eUnused samples and used tips should be rinsed in 1 % formalin, 2 % glutaraldehyde, or more than 0.1 %
sodium hypochlorite solution for more than 1 hour, or be treated by an autoclave before disposal.
eDispose consumable materials and unused contents in accordance with applicable regional/national
regulatory requirements.
e The materials must not be pipetted by mouth.
eln order to avoid dryness of wells, contamination of foreign substances and tion of dispensed
reagents, never forget to cover the well plate with a plate seal supplied, durin
‘ould be at 20 °C - 25 °C
and humidity less than

oELISA can be easily affected by your laboratory environment. Room temper
strictly. Avoid airstream velocity over 0.4 m/sec. (including wind from air ¢

30 %
6. Reagents supplied &

Components Amount
(A) Anti-Insulin coated plate U r washing 96 wells/1 plate
(B) Standard Dog Insulin solution (240 ng/mL) rated. Use after dilution 25 uL/1 vial
(C) Buffer solution Ready for use. 60 mL/1 bottle
(D) Biotinylated anti-insulin antibody Cohcentrated. 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 e careful! Ready for use. 12 mL/1 bottle
(1) Wash stock solution (% Concentrated. Use after dilution. | 100 mL/1 bottle
Plate seal - 3 sheets
Instruction u — 1 copy
7. Equipments upplies required but not supplied []Use as a check box

[IDeionized water (or Distilled water) [Test tubes for preparation of standard solution series.
[1Glassware for dilution of Wash stock solution (10x)(a graduated cylinder, a bottle).

[IPipettes (disposable tip type). One should be able to deliver 10 uL precisely, and another for 100 pL - 200
pL. CISyringe-type repeating dispenser like Eppendorf multipette plus which can dispense 100 yL. [1Paper
towel to remove washing buffer remaining in wells. [JA vortex-type mixer. [JA shaker for 96 well-plate
(600 rpm - 1200 rpm). [JAn automatic washer for 96 well-plate (if available), or a wash bottle with a jet
nozzle. [1A 96 well-plate reader (450 nm +10 nm, 620 nm: 600 nm - 650 nm) [ISoftware for data
analysis.

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

[Concentrated reagents]
[(B) Standard Dog Insulin solution (240 ng/mL)]
Make a serial dilution of master standard (240 ng/mL) solution to prepare each standard solution.

2
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*Unit reduction for ylU/mL is 26 1U/mg. (Refer to 3. Introduction.)

Volume of standard solution (C) Buffer solution | Concentration (ng/mL) | Concentration (ulU/mL)

Original solution: 10 pL 190 yL 12 312

12 ng/mL solution: 100 pL 100 yL 6.0 156
6.0 ng/mL solution: 100 uL 100 uL 3.0 78
3.0 ng/mL solution: 100 uL 100 uL 1.5 39

1.5 ng/mL solution: 100 pL 100 pL 0.75 19.5

0.75 ng/mL solution: 100 pL 100 pL 0.375 9.75

0.375 ng/mL solution: 100 pL 100 pL 0.188 4.88
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. Q

[(E) HRP-conjugated streptavidin]

Prepare working solution by dilution of (E) with the (C) Buffer solutiongto 1
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 lume with deionized water (or
distilled water) to prepare working solution. Example: 100 mL9gf coneéntrated 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 plas ag with zip-seal originally used for well-plate
container and store at 2 °C - 8 °C. The strip willbe stable until expiration date.

[(B) Standard Dog Insulin solution (240 /m@

Standard solutions prepared above should b

[(C) Buffer solution] & [(F) Chromoge
If not opened, store at 2 °C -8 °C. |

using them as soon as possib

[(D) Biotinylated anti-insulin a

as soon as possible, and should not be stored.

ins stability until expiration date. Once opened, we recommend
nfluence by environmental condition.
HRP-conjugated streptavidin]

[(H) Stop solution]
Close the stopper tigh ore at 2 °C - 8 °C. It maintains stability until expiration date.
n )

[(1) Wash stock sol

er: if stored tightly closed at 2 °C - 8 °C, it is stable until expiration date.
iluted buffer.

9. Technical tip

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.

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 %,
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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 dog serum, plasma (preferably obtained with heparin), culture
medium and tissue/cell extracts. The necessary sample volume for the standard procedure is 10 uL. Samples
should be immediately assayed or stored below —35 °C for several days. Defrosted samples should be mixed
thoroughly for best results.
Hemolytic and hyperlipemic serum samples are not suitable.
* To avoid influence of blood (high lipid or hemolysis, etc.), if your original samples have heavy chyle or hemolysis,
do not use them for assay. Abnormal value might be obtained with hemolysis above 40 mg/dL with this kit.
If presence of interfering substance is suspected, examine by dilution test at more than 2 points. Dilution of
a sample should be made in a test tube using buffer solution prior to adding them to wells. Turbid samples or
those containing insoluble materials should be centrifuged before testing to remove any particulate matter.

Storage and stability
Insulin in samples will be inactivated if stored at 2 °C - 8 °C. Ifitis necessary to e sapple in refrigerator
(2 °C - 8 °C), add aprotinin at final concentration of 100 KIU/mL - 500 KIU/mL‘e !i ikrein inhibitor unit).

If you have to store assay samples for a longer period, snap-freeze samples eep them below —35 °C.
Avoid repeated freeze-thaw cycles.

11. Assay procedure
Remove the cover sheet of the anti-Insulin-coated plate after br%ﬂq to room temperature.
0

(1) Wash the anti-Insulin-coated plate (A) by filling the wells Jit 0 pL of washing buffer and discard 4
times (*@), then strike the plate upside-down onto ge s of paper towels to remove residual
buffer remaining in the wells.

2) Pipette 100 L of biotinylated anti-insulin antibody | wells. Shake the plate gently on a plate shaker(*®) .

3) Pipette 10 yL of sample to the wells designated for s es.

4) Pipette 10 pL of standard solution to the wellssdesignated for standards.

5) Shake the plate gently on a plate shaker (‘@

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

7) Discard the reaction mixture, and t

8) Pipette 100 pL of HRP-conjugatedg

9) Stick a plate seal (*@) on the

the plate as step (1).
favidin to all wells, and shake as step (5).
cubate the plate for 30 minutes at 20 °C - 25 °C.

_ e e A el e~~~

(10) Discard the reaction mixtur sh the plate as step (1).

(11) Pipette 100 pL of substra ogen reagent to wells, and shake as step (5).

(12) Stick a plate seal (*@yOntheyplate and incubate the plate for 30 minutes at 20 °C - 25 °C.

(13) Add 100 L of the tn to all wells and shake as step (5).

(14) Measure the absokbancestf each well at 450 nm (reference wavelength, 620 nm*) immediately using a
plate read

*Refer to th notes of *@, *@ and *@.

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

(2)Using the standard curve, read the insulin concentration
of a sample at its absorbance*, and multiply the assay
value by dilution factor if the sample has been diluted.
Though the assay range is wide enough, in case the
absorbance of some samples is higher than that of the
highest standard, please repeat the assay after proper
dilution of samples with the buffer solution. 0.01

* We recommend the use of 3rd order regression curve for 0.1 1.0
log-log plot, or 4 or 5 parameters method for log-normal DogInsulin  [ng/ml]

plot in computer calculation.

1.00

0.10

Abs(450-620nm . Blank

10.0

Dog insulin assay standard curve (an example)
Absorbance may change due to assay environment.
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* Physiological or pathological situation of animals should be judged comprehensively taking other
examination results into consideration.

13. Performance characteristics
eAssay range
The assay range of the kit is 0.188 ng/mL - 12 ng/mL.

e Specificity
The antibodies used in this kit are specific to insulin. Cross-reactivity of the kit is shown below.
Substances Cross-reactivity
Dog Insulin 100 %
Dog C-peptide —
Mouse insulin 85 %
Rat Insulin 83 %

Human Insulin 155 %
*Cross-reactivity at Conc. 12 ng/mL.

ePrecision of assay

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

eReproducibility
Between assay variation (4 samples, 5 days, assayed in duplicate V was within 10 %
eRecovery test

Standard insulin was added in 4 concentrations to 2 serum s and were assayed.

The recoveries were 89.7 % - 104 %
eDilution test

Two serum samples were serially diluted by 3 poi

The dilution curves showed excellent linearity with R ="0:9994 - 0.9999.

14. Reference assay data
Dog insulin assay data
Mean assay value: 617 pg/mL, SD: 186 pg/mL.
Dog strains: Beagle, males, 1w - at"6:00 - 17:00
Number of animals: 10  Seru were collected in the morning.

These data should be considefe idance only. Each laboratory should establish its own normal and
pathological reference ra insulin levels independently.

15. Trouble shooting
el ow absorbance in
Possible explanation§:

1)The standagd’or sa might not be added.
2)Reagent r coloration such as biotinylated anti-insulin antibody, HRP-conjugated streptavidin,
or chromog ) might not be added.

3)Wrong reagent§’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.
eThe OD of blank is higher than that of the lowest standard concentration (0.188 ng/mL)
Possible explanations:
Improper or inadequate washing. (Change washing repetition from 4 times to 5-8 times 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.
3)Pipetting at irregular intervals.
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oQ-1: Can | divide the plate to use it for the other testing?
A-1: Yes, cut off the clear seal on the plate with cutter along strip. Put the residual plate, which is still the seal
on, in a refrigerator soon
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 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 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.
[IStandard Dog Insulin solution dilution example:
Original solution

10 1L 100 plL 100 pL 100 pL 100 pL 100 pL 100 ulL

*
Buffer Buffer Buffer Buffer Buffer \Qer Buffer

190 pL 100 pL 100 uL 100 uL 1006 100 pL 100 pL
Concentration
ngml 12 6.0 3.0 1.5 @ws 0.375 0.188

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

[J Anti-Insulin coated plate
[0 |Washing 4 times(*®@) *®
[ Biotinylated anti-insulin antibody 100 pL
[0 |Shaking(*®)
[ Samples/Standards 10 uL
[0 |Shaking(*®), Incu hours at 20°C - 25°C. (Standing(*@))
HRP-conjugated strep
I Dilute to 2000 i smg (C) Buffer solution and use.
the first reaction. 2-step dilution is recommended.)
O *®
(] d streptavidin 100 yL
[0 |Shaking(*®), Incubation for 30 minutes at 20°C - 25°C . (Standing(*@®))
[0 |Washing 4 times(*®@) *®
0 Chromogen (TMB) 100 uL
(After dispense, the color turns to blue depending on the concentration.) H
[0 |Shaking(*®), Incubation for 30 minutes at 20°C - 25°C . (Standing(*®@®))
Stop solution
- (After dispense, the color turns to yellow depending on the concentration.) I
] |Shaking(*®) (Immediately shake.)
0 Measurement of absorbance (450 nm, Ref 620 nm) immediately *®
(Ref. wave cancels the dirt in the back of plate.)

*(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 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

6



LBIS Dog Insulin ELISA Kit

reaction with HRP conjugated streptavidin.
Standard of plate-washing pressure: 5 mL/min - 25 mL/min. (Adjust it depending on the nozzle’s
diameter.)

*©Guideline of shaking: 600 rpm - 1200 rpm for 10 seconds x3 times.

*@Seal the plate during the reaction after shaking. Peel off the protective paper from the seal and stick the
seal on the plate. Do not reuse the plate seal used once.

*(®600 nm - 650 nm can be used as reference wavelength.

*®After removal of wash buffer, immediately dispense the next reagent.

Worksheet example

Strip 1&2 Strip 3&4 Strip 5&6 Strip 7&8 Strip 9&10 Strip 11&12
A 12 ng/mL Sample 1 Sample 9 Sample 17 Sample 25 Sample 33
B 6.0 ng/mL Sample 2 Sample 10 Sample 18 Sample 26 Sample 34
C 3.0 ng/mL Sample 3 Sample 11 Sample 19 Sample 35
D 1.5 ng/mL Sample 4 Sample 12 Sample 20 Sample 36
E 0.75 ng/mL Sample 5 Sample 13 Sample 21¢ Sample 37
F 0.375 ng/mL Sample 6 Sample 14 Sample 2 Sample 38
G 0.188 ng/mL Sample 7 Sample 15 Sample Sample 39
H 0 (Blank) Sample 8 Sample 16 Sample 24 Sample 32 Sample 40
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Assay worksheet

.

LBIS Dog Ins A Kit
[Storage condition]  Store the kit at 2°C - 8 °C (Do not freeze).
[Term of validity] Expiration date is indicated on the container.

[Cat #] 633-01451

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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5.48 %
R ®ORR 5 E
e e e VORI | 96 wells(8x12),/1 1%
(B) Standard Dog Insulin solution (240 ng/mL) RIS 25 uL /1 A&

BREA AU ABR (AR) (240 ng/mL)
(C) Buffer solution

EENR TDFRFEH 60 mL/1 &
Q=TS o wreen | ow/is
(E) HRP-conjugated streptavidin TR 20 /1

NRIVAFIA - - PESHEEY
(F) Chromogen (TMB)

SR (TMB) TDFRFEH 12mL/ /1K
(H) Stop solution Be careful!

R R TOFFAER 1nL/1 %
o ) IR 100 mL/1 4
Plate seal
TL— kL 38
Instruction Manual 1 25
NN e ES -

6. REDAR
* vy NOREGEAFICHTIEQR0 T~25 R T LS 2 BRI EERTY).
*5.T [ZDEFEA| o BREIT RS TNE PORETHERATEET. [AIEER] 5350
[CDWTCTIETFEEDEHECTHRELTLEZESU,
*EEUE(:IAZ\ET&%E%E@%%E@L/‘C<Eé®ﬂ<ﬁﬂfgﬁﬁ(:(;BFuﬁb\éb‘d<Tiéb\)o

O T g )
[(B) Standard Dog Insulin solution g/mL)] ; {REEIRVERL AR

(B) Standard Dog Insulin solutio L) (B&) &(C) Buffer solution Z{#> TIRERREZRE LT
<FEEEV, FREFE—HITY, 5uI0mL ¥E (L 26 IlU/mg TIT>THNFET (1> bOF o> a>Esig)

RERTRDOEE “ C) Buffer solution =E (ng/mL) EE (uIU/mL3x)
RAERRIT v 190 pL 12 312
12 ng/mL E%L 100 pL 6.0 156
%100 pL 100 uL 3.0 78
SER 100 L 100 pL 15 39
B 100 pL 100 L 075 19.5
0.75 ng/mL & 100 uL 100 pL 0.375 9.75
0.375 ng/mL &5 100 pL 100 pL 0.188 4.88
0 (Blank) 100 pL 0 0

[(D) Biotinylated anti-insulin antibody]
10 L ZRDDECETIE=Z CRHLTVET,
=R % (C) Buffer solution T 4000 f&(CHAIRL CT<IZEL\ Q EERREPBEDHLET).,
[(E) HRP-conjugated streptavidin]
20 L ZRD DM CEDEZCRMHLTWVET,
=A% (C) Buffer solution T 2000 f&(CHAIRL T IZELY Q EBEFRRESBEDHLET),
[( 1) Wash stock solution (10x)]
IEAETRR(10x) 2 BRIESNITABRIK (FREBK) T10BICHRRLTIIZS0N,
1l : 100 mL DIEMEIEFE(10x)+900 mL DFFRIK (EREB/K) (96 JTILETZFERT DHE)

(HRBORENM EREFHE]
(A) Anti-Insulin coated plate

10



LBIS Dog Insulin ELISA Kit

FMEA (DEAREEZR D ITREETS —ILZRIN L TULVRW) FUABERBIER b w T (ERED S TS —
JWWIWOICRUL, ZDFEF 2 T~8 CTRIFLTLESV. BIHIRANLZEHZREE T,

(B) Standard Dog Insulin solution (240 ng/mL)
Fv hZEDEIUCTERTIREMERITDIERCHEBELDERDE URHARL . EKDDRRFERCE
SIRVWVTESICEZUDOMD EFD. 2 T~8 CTHRELTLZEV. BMHRANLZEEHZREFT.
BIRUCRREBTRIES(ERAL. REQLBRWVLTLSIZS0,

(C) Buffer solution T (F) Chromogen (TMB)
—EDBERZERIT DRENEBEL DD UEZHDEZFIDELR(CE L. EDEIERICERSRAVNTESI(C
EZUoM DD, 2 CT~8 CTHRIFEL TS ZEL, BMHIRANEZEEZREFT

(D) Biotinylated anti-insulin antibody BT (E) HRP-conjugated streptavidin
Fv DB U TERT DEREHIREGF(SHEELIDOMDE UHRAEARL. KD DRERRIIERICER SR
TEBLICEZ UMD LD, 2 T~8 CTHRIEFL TSV, BREHRNTZEHZREF I . EHAK
DOFBIRBAHRIIFEREL TIZEUN,

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

(1) Wash stock solution (10x)
IEEERR(10x)ZRFIDHEEE. BEZLO>MDERMSD. 2 T~8 CTTHRFGT
AREMZREETT. ERAKDOBIREFHTFRIIEEL T Eé‘b\o

7RFDRAH

Ay MM RIMBEFREME (AU MBZHREOFRT)., & \HH@?&H&"JTQEPOD’()X U %
AELET,
RIKIIEREVE I (TRIET DH. —35 CLUT THRERFL i?&b\ BRAE UTTARIALBITE 9 D IERICRE

2L\, BRHAR

RUFED(CERHFLUTIEE N, DR DRGSR BT ES0\, [EUWERMNMESNBVWERERICR
OEER
o AN U AR FBAEBARIR (I(EDIRNT K TZS0N,
XMBMDDOE (SIEH - BMF) ZNFITIRICER EE (LE) - BOARWESEIREBEREDRE LR
BEANBDTTOTHECHEALBVWTSESV. FFv MBS, I 40 mg/dL U ETRENRNET .
o8 D RUORNBY DD DK IR DD EEEFE TR IECAVWTLIZEE0,
oI EMBDRZENFEND UL RIRIE, B—4RIK( JC. B2D 2 IRA > MU LEDOFRIRETHIRERE =

L TTLIES0N,

MRPERINT DIBEE. HSHM U WTEER CHRMURAED TILICHELTLIZE,
(MRADLTEME ERIFTTIE]
A2 AV DRBEREDT BEZiNR DT, RMEF(ICRZIEEN 100 KIU/mML~500

KIU/mL Q7 JOFZ>%&FN

T CORBREZHREL W
8.EIRIFE

SIDTEESBHUFT ., Fio. RHIICRETDHE(E. —35 CTH
R L DERAERMR (BT T < 2L\, (KIU : kallikrein inhibitor unit)

TR F iR A9 BMEZRIE D CABULTSIZE,
TREHR1E IWE TL— MIRDICERICERD THESRALTIIZE,

(2) BOITILICEATF ST AU HUAZ 100 uL 3 D5FELET . Y70 TL— NMRESERE
ZRAWTEB#F(xQ)LET,

(3) FRAKBIED T)LICHR{AZ 10 yL R LET

(4) ZESIED TILCKHBEDEERKE 10 uL 3 DFELET.

(B) YAoOTL—MREDSBHREZAVWTER(xQ)LET,

6) TL—h>—)LZEEED., ER(20 C~25 C)T2KEEFE(xQ)LET,

(7) RIGHTHR. RISRZBRTREREEDTILISHEZELU. 4 BER(xOQ)UET., TDE. R—/\—5H
IWRREDLETTL— hEHFS(CL. BLNEDIFBRLSICLUTIOTILICE S TERERDBREET .

(8) BIOIILICNRILAFIA - - PESHEEYZE 100 yL I DOELET . X0 L — MRESES
REZAWTEH(xQ)UET,

(9) FL—bh>—)LZBED, =B (20 C~25 °C)T 30 DRBEFBE(*Q)LUET .

(10) RIGHE T, RISREB THRFREEITIVISHEIZU 4 @RS O)LET, TDE. R—/\—5FAIL

REDLETTL—REHBES(CL, BLNEDIFBRIDICUTIITILICERSIERERDBREET,

(11) FEOTILICRERZ 100 L IO ELET N7 I0O0T L — MRESEREZBWTEH(xQ)LET,

(12) L — > —)L&ERD, =820 C~25 C)T 30 DIERE(* Q)LET,

(13) B TILICKIMELE®RZ 100 L I O93E L. FERIGZEFLELET,

11



LBIS Dog Insulin ELISA Kit

(14) BHE(x Q). BEBICNAI0O0T L — NEDYEHESTT 450 nm (BIEE 620 nm) TOIRNEEZAITE L
F£9 ., alEE(E 600 nm~650 nm DFEHE CHEHRTEET,
(D) (xQ). (xQYUEFIEHIE (14. 15R—>) BSSBIIZELN,

9.5t8

(BIES (EEMREEER UE T, MIEEFERL X MEEESTER (ng/mL). Y xRt OEERIRD
S ERR LTS TZEL,

(QEHERIR LD . BRIARDIRIEE (LIS T DIRE (ng/mL)ZsRAHERDE T,

* FARDINFLE ORI EE K DIMNTZIHA(H(C) Buffer solution (C CIEEMER(ICGRAR UBEAIEZEML T
<TZE0N,

*HEBUIBTE, 3RZBIERELE4FEES5)I\SGA—LF—-DFEREZHEDHHRUET,

TOTS T (HMREMREITY (RAE AERRBCIDEBHUET).

1.00

0.10

Abs(450-620)nm_~|Blank

0.01
0.1 1.0 10.0
clfsulin  [ng/ml]
% 7L — hU—4h—SUNRISE RAINBOW(TECAN) % &8

10.+v hDTEEE
o 8 EEEH
A XA >R >% 0.188 nghnL-¥12 ng/mL DB TAETETFTI

o R4
EEnEE ATy fOPEMTRRERERDESN T,
XA, 120 BOT—5TY, +: REHD /- | TEML
g | STENE AR SN
' - Sy bk A2V 83 %
85 % e~ 12XV 155 %
BT (v T EE) (8 BWE. 3R 5 C.VAE(E 10 %h7s

oBIRMEER (VY RZEE) QETRE. 44K 5BHRH) 19 C.VAE(ZX 10 %Kit
o NNEIUGHER
2 MERIR(CERIED 4 IREDA > A 223 URIE UFZHER. BIRE(E 89.7 %S 104 %
o FIREHRE
3 MBIRAZZ & el (CAIRAERER T 3 BRFEARUAIE UIZHRR, ERREIFD R?(£0.9994 H'5 0.9999

11.851E
AR AEE : F19 617 pgimL. R#ERZE 186 pg/mL
fE  E—JJLKR. . 1575%~8 %, RImeFHE : F81. %588 : 16:00~17:00. 10 L, MMiE ‘
BB, BMSY, AMRNMEFERFICIDAEEIZEESUEXIDT. CORFEEFBLZE U THBENIEEU,
12.83TN>a1—FT40 >0 & QA
e INRTDITILTORIENEFTL)
RRELTEZIBNDCE

12



LBIS Dog Insulin ELISA Kit

1VEHERARAKRD AN E .

)FRB(CEET DREBRDANZ .

FREBICHET D HEBRDE D EX OHEFARTE,

OWR)VAF A —CEERIBERIDEA.

5F v MREBREDRE (RELIEBS).

6)~ L — hODBEIRF.

7RERODBEMEN D .
o =/ MEEBRERE(0.188 ng/mL)D OD fEL N TS> 72 OD B E L 12D

FERELTERISNDCE

TR T EY, ATE2THhoI.

(NILAFSA - - PESAEEN ERIGEOFHEIER 4 B2 R CnER T 5 El~8 El(JIEW L T EEL.)

oZEIZE(CVIN AZEN

FERELTERISNDCE

NFEENRTEL, ARETHO/

NEAERBVOEIRME, X (IREADEBHNARFTED TH oIz (RERADEBEEFTED(TITo>TIIEEW),

3)ERY T o IIREN—ET(IIRN 1=,
oQ-1: Fv NIDBUTERIDICENTETEITH ?

A1: TEFE9I, JTL— MTHESNESERS —I)ILE X MUY TOBICED %@t“t“t}] DEELT
TIERALIEEL. FRURWTL— NI —)LE D TEIRETS LTLIEE0Y,
Q-2 : L — hEEDH U5 TILORISEENSAD THE L/T:DQIK

A-2 : BEIF (CIHMRFRERDPFIBELTHDFT. ;
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LBIS Dog Insulin ELISA Kit
CAEFIFMELFTIYVIURN]

I EURGRIAE T —5t U TRIRSRASF. AIESRM. AIESEZ R ERAITERFZIT O TIIES .
ZRIEICIX 2 BREALLE

O DT)LFL— b HEEZEFRSCERQ0 CT~25 C)TRLTI RS0,
O EEEsER0HaR BRIESNTEBERKT. 10 EICHRLUTIIEELY,

O ZTEFROFBIR (B)  BRICSNTERERT. HIRUTLIEEL,

AR
10 uL 100 pL 100 pL 100 pL 100 pL
EER BER BER EER EER
190 uL 100 pL 100 pL 100 uL 100 pL

D > 4 O
gL 12 6.0 3.0 15 0_75\ 375

100 plL

EENR
100 ulL

O EAF ARSI > AU HURDOFHEIR
R SNIZBER T 4000 Z(ICHARLUTLSIEE L, 2 Exﬁei SESHUET .

EZRIEFRBIE NCEEIEHR @
O 4AER{E 96 JTILTL— b
O [FF4E (FERRRER. BSIORDRE
O EAFAEETIA XU 5 100 pL
mE E2 @
O R F£rE EEAAUBR 10 uL
O |8, Z8(20 C~25 C). 2 BRIRGE NEFE
RIVAFZ G- - TED AEEMWDHIR. ER{CSNITEERT.
[0 2000 fF(CHERLUTLIZESV\RIRBROARIHE—RISHF(TITD,
2 BRPERIRZEHBEDHULET;
O %4 E  CERRBREAE. BSIOXRDREDE)
O NLAFSF-—T - ﬁn-ﬁé 100 L
| HEH:\ :l:/l]]l( ~ )\ 30 ﬁFEﬁ)iﬁE\\ %%IE
O 7% 4
a %@Jﬁ( \ D TMB hZER{EEN TS & &R 100 L
xR REEIDEHEBICERE
O B, R0 C~25 C). 30 DK, FFE
0 }im'}{%]]:/{z _ _ MR COEFHURER 100 L
DEE. BECKDEBB(CERE
O B (B5EW)
= ESCHRARAE (ERE 450 nm, & 620 nm:600 nm~650 nm)
BiERET L — hEADENEZFT v ILUET

100 plL

EEnR
100 plL

0.188

*®

*Q

*Q*0Q

*@

JOLIC)

*®

JOLIO)

*Q

(x QYEFRZE D TIVCEER. FOUOSDLET 10 BEERIRDEEZELEI . 4 BhEGFLTRE. R—/\—5
AILECTL— M E(C U TINEERETR(CRELE T, THRBRREZDIZESEE L TRODBR
EEB(CEUET ., EREERY NCTHRINT 3BOREER(E 300 L/ D TILTI, B
AR (0.188 ng/mL)D OD fEL N T S>77 OD EW & K RBDIBE(IFERSED 1 DEL T NLAFS
AH—T - PESEEM ERISEDFTREEL 4 [B7%E OFRER T 5 [E~8 BB LT ZE0N, 7’[/ ~
R FRDIEEDENBRIE5mL/D~25mL,/ 5 (JZILDRICEDELRDET) T, F—~XIE

BOABIDFFDH I TIVEID A ZISERELUTLEE0,
(* @yEHDEZ (L 600 rpm~1200 rpm-10 /. 3 [E],

14
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LBIS Dog Insulin ELISA Kit

(@B TRITL — b —)LEMDERBE L TZE),
TL— b —ILHRERZRN LT, #E@EZ2TL— MICLTHDIFTSZEN, —EfFRALE
TL— b —ILEBERLRNTZE,

D—0>—hk ()

Strip 1&2 Strip 3&4 Strip 5&6 Strip 7&8 Strip 9&10 Strip 11&12
A 12 ng/mL 1R 1 1R4K 9 IRAK 17 1R{K 25 1RK 33
B 6.0 ng/mL FRAK 2 1RK 10 1RK 18 1RAK 26 IRAK 34
C 3.0 ng/mL 4K 3 RAK 11 1RIK 19 RAK 27 184K 35
D 1.5 ng/mL 1RAK 4 1RAK 12 1R{K 20 1K 28 1RAK 36
E 0.75 ng/mL AR 5 1RIK 13 RAK 21 RIK 29 14K 37
F | 0.375ng/mL 11K 6 1RIK 14 1RAK 22 FRAK K 38
G| 0.188 ng/mL 1R 7 18K 15 184K 23 @ 18K 39
H| 0 (Blank) 1Bk 8 ik 16 m%z4‘ <35 84k 40

& CERFICCHRBESZVWE EoE > NRSTFESIA
o RUHREBEREZEDTOFT 7—CDEETZEINZ 22, FME RIZEEN 100 KIU/mL~500
KIUML D7 TOF > ZFRIMUTRET D EZ2HBBHLE CYRHICRETDHEIE. —35 C
UTTOFREREZHRELUF T, BOIRUDRGEHIAR 8 T TELZ S0 (KIU : kallikrein inhibitor unit)
oELISAEFRERBICRDHEEZITE T, BITRIE. § NEPTDER : 20 C~25 C (REBRELE
FEFAFINR—FIRERE) ZESTUTLEEUN, NEEAT 7> DOREED) : 0.4 m/sec BLE,
MEE 30 %ARHMDIRIE T TORITE (S8 T TLIEEL, 9. RIEIREZEIE 1 0.4 misec UL, T
E 30 %FKRHBDIRIFE T CERMIT DIHFE(C(E. BFRFTY BRI, L — b —ILZ I ETA.
TEROLDIRBIFEZESHRET IS0,
) 1> FANR—FA, BEIAFO—)VREFGFHFERICTEDE. AEEDRBRM(CKDMRAEN
BRBDIGENSDEI DT, Eﬂﬁﬂ](iﬁ% 20N,

\O

o E XY I TORFBERISEF(C(F. 1) &S ZYDEAN. BEDRD. DEXBROEFREZHILET D

B I TL—bh>—)LZRE> T 12

ARR L SER(CARFMAUEE S0 DIFTLIEZEWV 1 DIV N FYITDTERZSBHLET,
oFHERIF 96 D T)LTL— MI{EE “(FENFREATT . AZBITTRELTIESV,
o UHMFLERIIFEA T D ETISM
o KT+ w NI ELISA JEDIRHE% &
BRICIEERY T T84

Je7. EEFIBEEDT TCSHERALLESTV, AFERMETUET S
BN E UEANTERLIES0N,

g PLe. BREE. REARABNZE(CDIF TS,

0. A+ hoitEN,NER-> T, B, O, £0. EECHELESES
TR EDIRNEEITL). HEBRMIZEEEEDOFHTERITTIEEL,
BRI CIEREEESR UIRWLWT L 2SN,

1> UIRRWTLIZE0N,

IRIRIRBRRDBIRMEN S DEDE U THREE LV TEDIRO TLEEL\. KF v MNMIBWIHRD D &
SATVET,

o FFEHDIRIKR, FRUSHEERE L1 %LU, 2% TILI—ILT7)LTE RFEREF 0.1 %ALEDR
ISR NUDLABRIC 1 BREU ST IEEV. FeE3A— ML —TREIEC TEREL T E
=0\, FA U ERERO R EAORE R SFE MR O E L O CEHIBOES (> TEEL T IEEU,
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LBIS Dog Insulin ELISA Kit

\
XS

CAIES]

Git=)

CAIER] CAIEH]

(Ov bES] (B5NEABR]

(EES)

(RG] LEXR® 422U >Fy ~ (1)
(00— R) 633-01451

E==F5) LBIS Dog Insulin ELISA Kit
(BREVEEE]

RiEFTT E1XT7/IVLA M HEXRRHT
ARHRRXEEH=TE1&25
Tel : 06-6203-3741
Fax : 06-6201-5964
https://www.fujifilm.com/ffwk/ja
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