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For Research Use Only. Not for use in diagnostic procedures.
Code No. 298-89501 (96 tests)

LBIS™ Mouse Insulin ELISA Kit (RTU)

Please, read this instruction carefully before use.

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. 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 54. It is consisted of 2 chains, A and B. It has 3 disulfide bonds formed between A6 and All, A7 and B7, and A20 and
BI19. 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* International Standard for human insulin in 1986 which has the potency of 26 IU/mg (0.038 mg/IU). In the same
year, 1" International Standard of bovine insulin, the potency of which is 25.7 IU/mg, and Porcine insulin 1* 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 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 animal.

3. Assay Principle

In FUJIFILM Wako Pure Chemical Corporation’s LBIS™ Mouse Insulin ELISA Kit (RTU), Biotin-conjugated Antibody Solution,
and standard or sample are incubated in monoclonal anti-insulin-coated wells to capture insulin bound with Biotin-conjugated
Antibody Solution. After 2 hours incubation and washing, HRP (horse radish peroxidase)-conjugated streptavidin is added, and
incubated for 30 minutes. After washing, Peroxidase-conjugated Streptavidin Solution remaining in wells are reacted with a TMB
Solution 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 absorbance against standard insulin concentrations. Insulin concentrations in unknown samples are determined using this
standard curve.

4. Performance Characteristics

- Assay range ; The assay range of the kit is 100 pg/mL - 12000 pg/mL.

- 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 +

- Precision of assay
Within assay variation (three samples, six replicates assay) ; Mean CV was within 10%.
+ Reproducibility
Between assay variation (three samples, four days, assayed in triplicate) ; Mean CV was within 10%.
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* Recovery test

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

The recoveries were 96% - 106%.

+ Dilution test
Two serum samples were serially diluted by four steps.
The dilution curves showed linearity with R*= 0.998 - 0.999.

5. 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 pathological

reference ranges for insulin levels independently.

6. Precautions

- For 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.
- Use clean laboratory glassware.

- Avoid contact with the acidic Stop Solution and TMB Solution containing hydrogen peroxide and tetramethylbenzidine.
Wear gloves and eye and clothing protection when handling these reagents.

- Be 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.

- Do not drink, eat or smoke in the areas where assays are carried out.
- In treating assay samples of animal origin, be careful for possible biohazards.

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

- Unused 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.

- Dispose consumable materials and unused contents in accordance with applicable regional/national regulatory

requirements.
- The materials must not be pipetted by mouth.

- In 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.

- ELISA can be easily affected by your laboratory environment. Room temperature should be at 20C - 25T strictly. Avoid

airstream velocity over 04 m/sec. (including wind from air conditioner), and humidity less than 30%.

7. Reagents supplied

Components

Use Status

Amount

(A) Antibody-coated Plate

Use after washing.

96 wells/1 plate

(B) Insulin Standard (12,000 pg/mL) : black

Ready for use.

100 uL/1 bottle.

Insulin Standard (4,800 pg/mL) : purple

Ready for use.

100 uL/1 bottle

Insulin Standard (2,000 pg/mL) : red

Ready for use.

100 £ L/1 bottle

Insulin Standard (800 pg/mL) : orange

Ready for use.

100 uL/1 bottle

Insulin Standard (300 pg/mL) : yellow

Ready for use.

100 uL/1 bottle

Insulin Standard (100 pg/mL) : white

Ready for use.

100 uL/1 bottle

(C) Buffer

Ready for use.

60 mL/1 bottle

(D) Biotin-conjugated Antibody Solution

Ready for use.

12 mL/1 bottle

(E) Peroxidase-conjugated Streptavidin Solution

Ready for use.

12 mL/1 bottle

(F) TMB Solution

Ready for use.

12 mL/1 bottle

(H) Stop Solution

Ready for use.

12 mL/1 bottle

(I) Wash Solution (10x)

Concentrated. Use after dilution.

100 mL/1 bottle

(] ) Plate Seal

3 sheets

[Storage and Stability]
[(A) Antibody-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

2T -10T.
[(B) Insulin Standard]
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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 2C - 10C
before returning to 20C - 25C.

[(C) Buffer] , [(D) Biotin-conjugated Antibody Solution] , [ (E) Peroxidase-conjugated Streptavidin Solution]

& [(F) TMB Solution]

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 - 10C before returning to 20C - 25C.

[(H) Stop Solution]

The remaining solution should be tightly capped and stored at 2 C - 10 C.

[(I) Wash Solution (10x)]

The remaining solution should be tightly capped and stored at 2C - 10C. Dispose any unused diluted buffer.

8. Equipments or supplies required but not supplied [ | Use as a check box

[] Deionized water (or Distilled water) [] Glassware for dilution of Wash Solution (10x) (a graduated cylinder, a
bottle)  [] Pipettes (disposable tip type). One should be able to deliver 10 uL precisely, and another for 100 L.
[ ] Syringe-type repeating dispenser like Eppendorf multipette plus which can dispense 100 uL. [] Paper towel to remove
washing buffer remaining in wells. [] A vortex-type mixer. [ ] A shaker for 96 well-plate (600 rpm - 1200 rpm) [] An
automatic washer for 96 well-plate (if available), or a wash bottle with a jet nozzle. [] A 96 well-plate reader (450 nm = 10
nm, 620 nm: 600 nm - 650 nm) [] Software for data analysis.

9. 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 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 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 - 10°C. If it is necessary to store sample in refrigerator (2°C - 10°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.

10. Preparation of Reagents

@ Bring all reagents of the kit to room temperature (20T - 25TC) 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 Solution (10x)]

Dilute 1 volume of the concentrated Wash Solution (10x) to 10 volume with deionized water (or distilled water) to prepare
working solution. Example : 100 mL of concentrated Wash Solution (10x) and 900 mL of deionized water (or distilled
water).

11. Assay Procedure
Remove the cover sheet of the Antibody-coated Plate after bringing up to room temperature.
(1) Wash the (A) Antibody-coated Plate 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 uL of (D) Biotin-conjugated Antibody Solution to all wells. Shake the plate gently on a plate shaker (*@).
(3) Pipette 10 uL of sample to the designated sample wells.
(4) Pipette 10 4L 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 (20T - 25C).
(7) Discard the reaction mixture and rinse wells as step (1).
(8) Pipette 100 uL of (E) Peroxidase-conjugated Streptavidin Solution 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.
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(10) Discard the reaction mixture, and then wash the plate as step (1).

(11) Pipette 100 uL of (F) TMB Solution to wells, and shake as step (5).

(12) Stick a Plate Seal (*®) on the plate and incubate the plate for 20 minutes at room temperature.

(13) Add 100 L of the (H) 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 15. Summary of Assay Procedure for notes of *@, *@ and *®.

12. Technical Tips

- Be careful to avoid any contamination of assay samples and reagents. We recommend the use of disposal pipette tips, and
1 tip for 1 well.

- The 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.

- Time the reaction from the pipetting of the reagent to the first well.

- The TMB Solution 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.

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

- As 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.

- 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.

13. 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.
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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.
% & Reference for unit conversion ; uIU/mL = 26 IU/mg. See also section 3.
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Concentration (pg/mL) Concentration ( xIU/mL **)
12000 3120
4800 124.8
2000 52.0
800 20.8
300 78
100 2.6

14. Trouble Shooting
- Low absorbance in all wells
Possible explanations :
1) The standard or samples might not be added.
2) Reagents necessary for coloration such as Biotin-conjugated Antibody Solution, Peroxidase-conjugated Streptavidin
Solution, or TMB Solution 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 TMB Solution soon after taking out from a refrigerator might cause poor coloration owing to low
temperature.
- Blank OD was higher than that of the lowest standard (100 pg/mL).
Possible explanation :
1) Improper or inadequate washing. (Change washing frequency from 4 times to 5 - 8 times at the constant stroke after
the reaction with Peroxidase-conjugated Streptavidin Solution.)
- High coefficient of variation (CV)
Possible explanations :
1) Improper or inadequate washing.
2) Improper mixing of standard or samples (Sufficiently mix frozen samples).
3) Pipetting operation was not constant.
+ Q-1: Can I 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.
- Q-2 : I found there contains liquid in 96 well-plate when I opened the box. What is it?
A-2 : When we manufacture 96 well-plate, we add preservation stabilizer in wells.

15. Summary of Assay Procedure []: Use as a check box

* First, read this instruction manual carefully and start your assay after confirmation of details.

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

[ Wash Solution (10x) concentrate must be diluted to 10 times by deionized water (or distilled water) that returned to
20C - 25C.
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Antibody-coated Plate

| Washing 4 times (*() ®
Biotin-conjugated Antibody Solution 100 uL
| Shaking (*®)

Samples/Standards 10 uL
I Shaking (*@), Incubation for 2 hours at 20C - 25C. (Standing (*®))

| Washing 4 times (*@) *®
Peroxidase-conjugated Streptavidin Solution 100 u L
| Shaking (*2), Incubation for 30 minutes at 20T - 25°C. (Standing (*®))

| Washing 4 times (*() “®)
TMB Sol.ution ' . . 100 4L
(After dispensing, the color turns to blue depending on the concentration.)

! Shaking (*@), Incubation for 20 minutes at 20C - 25C. (Standing (*®))

Stop Soh.ltion . . . 100 4L
(After dispensing, the color turns to yellow depending on the concentration.)

} Shaking (*@) Immediately shake.

Measurement of absorbance (450 nm, Ref 620 nm) immediately *@

(Ref. wave cancels the dirt in the back of plate.)

% (D After dispensing wash buffer to wells, lightly swirl the plate on your palm for 10 seconds and shake off the buffer. After

successive four-time 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 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 background tends to be high. If so, change washing frequency from 4 times to
5 - 8 times at the constant stroke after the reaction with Peroxidase-conjugated Streptavidin Solution.

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 3 times for 10 seconds.
* (@ 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.
% (5) 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 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

16. Storage and Expiration

The complete kit is stored at 2C - 10C (Do not freeze). Opened reagents should be used as soon as possible to avoid loss in
optimal assay performance caused by storage environment.

LBIS™ Mouse Insulin ELISA Kit (RTU)

[Storage] Store at 2T - 10C (Do not freeze).
[Expiration date] Indicated on the label.

[Package] For 96 tests

[Cat #] 298-89501

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

http:/ffwk.fujifilm.co.jp

FUJIFILM Wako Chemicals U.S.A. Corporation  FUJIFILM Wako Chemicals Europe GmbH

1600 Bellwood Road Fuggerstrasse 12

Richmond, VA 23237 D-41468 Neuss

US.A Germany

Telephone : +1-804-271-7677 Telephone : +49-2131-311-0
Facsimile : + 1-804-271-7791 Facsimile +49-2131-311100
http://www.wakousa.com http://www.wako-chemicals.de
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— OB E T H2BELEREL VP LLDOBEHOFLCB LR BERIR S 2V THELIZEZ Lo ) o, 2T
~10CTHREFELTTF Sy,
(H) Btk

D Z T AT HE2 Lonh EH®, 2C~ 10CTHRELTTF v,
(I) P Q0x)

PR (10x) ZIAETAHAIE. H2 Lon ) EHD, 20~ 10T THRAE L TR & v, MR D O ARG A PE i 13 BE3E
LTTHF 3y,

7.%y FPUSMCRERBER Fxzvy YA b

[HESUK GERAK) [EGHEARHAT S A8H (AAY )y — - YV—h— - ) OF v 7Ry b (fIETTF v
T TI0ul ZIEFEICERY T4 Y7 TEDLHD, RO100ul ZIEfEICERy T4 Y7 TELH0) HFEMEERy b (Fl
Eppendorf ® multipette plus). 100 uL Z#fHESMETE L DD [(IR—IS—F F VEOWKEDH S H D FEFEHRIZTL— |k
RS> 2 EIY ) [HEEEZEE (Vortex 74 7) [OxA27u7L—1MREE 9% (8 600rpm ~ 1200rpm) [196 7 = V7
L— FHBEERE (bRIXFE L) $2E3EHYy 1% Y2V 7FL— 1) —%— (450nm = 10nm. 620nm : 600nm ~
650nm) [7F—#%FHEHY 7 b =7

8. BRI HE
AFy M=y A L 723 MAE (~8) SRR L $9), FiE ks, s o4 2 X)) Y2 lEL 9.
S BRARIEERIE § CIIES 272> —35C LU THEHAF LT T S o SR L 72MAIIE§ 2 BRI o L0 I L €
TEvo DKL OHGHEREIET TT SV ELWRRMIEONZVERIZZ ) £95
I L 72 IR E RIS D R VT T S v,
XMW D (RIRE - HISE) 2306192 HIEREFPOIRE (L) - HARCEEEREMEEORK E %28
BB Y XTFTOTURICHEHLEDTFE WV, AF v FOYA, HILX 40mg/dL L. ETRENBNE T,
<) L OANEN O B B WARIE OO B TRERIE I TT S v,
- WIEWE OENEED L OBRKIE, F—BRRICBW T, 8725 2 KA ¥ U EORRETHREHEZ R L TT S v,
R EFMT 2561 Do LoRBREF 2 HOTRER CARLIWEY = VIZHHELTF v,

[tk 22 e 1k & PAT 5 1]

A VAN VRREREO T T T — OB E 2 M2 5720, FRIMEEIC R EEAY 100KIU/mL ~ 500KIU/mL 7 71 5= »
ERIMLTCHEETAZLEZBEDLET, T/, RINRE T HE61E. -BCUTTORRREZMHELE T, HHYELD
BORE R IZAE T T F 2 v, (KIU : kallikrein inhibitor unit)

9. MFED IR

*F v FORFEIZMEHEICLTER (20C~25C) IWRLTFEWw QKHMIHEZTY),

*¥6. T [ZOXIMH] LH2RAFEEIRMRZTOEIOREBTHHTE I, [HRERUEH] LH25DIZOVTIRTROE
HTHEL TSV,

* B LE LT HIEZEM L TT I (TAPRBEIZEBHVWEDET I W),

(i & M 7=id 3]
(1) #EiHE (10x)
P (10x) 2L SN7RERK GEEAK) TL0RFHICHRLTT S v,
B : 100mL OFEHFHE (10x) + 900mL DFFEAK (FFAK) (96 7 = Vv ETEHMT 25E)
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10. J05& FRPETE

P RIEZ IR0 B RNCKICOTET 2REZHT S o THELTTF SV,

(A) PUKEAME T L= DY —=id, 7L — FPRSICHEIRIIR > TR HHABALTF v,

(1) 5P COMBL PR EZ ST 2 V2L 4Bk (k@) LET. TOBRR—N—FFNHRED ETTL— &
FZLl, BAPEDITF L IH)ICLTY 2 VK-l a D B & 9,

(2) £ zniz (D) EFF UHBEPUAEREZ 100 uL F2o0ELE T, ¥4 2707 — MREIBREFHVTHERE (@)
LET,

(3) MAKINE Y = MKtk % 10 uL AL £3

(4) e SR 7 VIS K ORI A 10ul $ 2oL 9,

B) ¥4 z7u7L—MEEIEHRERFHOTEE (x@) LET,

6) FL—bry—wMib, EH (20C~25C) T2HEEE (@) LT,

(7) BOBHET 2 BUSTE 2 3 TR 2 £ = VT2 L4 e (#@) LET. TORR=—IN—=F I VR EDLETTL—
@S2, BAMMEDIFLEHICL T o VIIER -2z B E 9,

Q) # Wl (E) "UFFIVF—LHEEAINL T INTEY VERE 100ul $9O0FLET, 4 2707 L — MigE S5
HERHOCHEE (x@) LET,

(9) FL—ry—%ZHiY, EE (200~ 25C) T30 45 MiE (x@) LET,

(10) BUSH# T OB 2 3T 2 47 = VIZiZz L 4 Bk (@) LET. TOH R=NX—=FF VRO LTS L —
FadiSiZl, BAMEDIFL L)L T o VKR 2z & 9,

(11) %7 = niZ (F) TMB##% 100ulL $20ELFEFT, ¥4 707 —MREIBREEZHOTHEIE (@) LFET,

(12) 7L —=1Fr =MD, il (20C~25C) T2 45 HEE (x0@) LEEJ,

(13) &% =iz (H) IRz 100 uL $2o40E L, ez Ek L 9,

(14) ¥ (@) #h, WHIZY A 707 L — MIGEEERT 450nm  (BI#%E 620nm) TOWEEZHEL 9, BEER
600nm ~ 650nm DOFEPHCTHHTE 3,

(x@), (¥@), (%x@) FILWEFMWEMELF 2y 7Y A 2 ITBHT S0,

11. #H5

(1) MR (R AR 2 MR L F 97 Wikt Eea i U X fh 2 B AR S (pg/mL). Y il 2 WL oM g it 77 5 7 % VERL
LTF &,

(2) MR L D MAROWSEEE IS T 2 (pg/mL) ZHAMD 3,
*ARIR DOWOGE ATHEHE fARITOLEE X D 23813 (C) RIS CREMMERICHE LEENE 2 ERL TT X v,
FHEMUIE, 3KEERF72IZ4 F7-1E5 /89 A=y —OflHEBEOH LT,

77 7 ZEEMBAITS (POLEE, WEBRBIC I D EF L £9),

PY
’
1.00
=
©
. #
N
&
= 14
© 010 v
(=) 7
10
I
2
<
1
0.01 ’/
10 100 1000 10000
Mouse Insulin[pg/ml]

AT O TN 0 uIU/mL #5013 26 IU/mg TIr-oTBV T ([ v hayr v a Y 2H)

P (pg/mL) P (uIU/mL %)
12000 312.0
4800 124.8
2000 52.0
800 20.8
300 7.8
100 2.6
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12. P F TNy a—F 4 V7 Q&A

cFTRTOYT 2V TORIBAHHN

FEHRELTEZONALZ L

1) BEE G BR o ANE .

2) F$MIC B 2 ERIR IO ANUE,

3) F&MIC RS 2 MBI OIL Y E 2,

4) NVF F ¥ — CPEEEHEAOR A,

5 Fv MEEREORE SR LEE)

6) 7L — b OEPE 7% L

7) TMB B DM 726

- /PSS EE (100pg/mL) @ ODEL Y 75 > 27 OD A EL %5
FRELTEZONLZ L

VRIFHAE Y, REeTH 72,

(RVFFVF—BRHEEA IV T M TEY VB E IS BEOE N 4 7% [F CHiE T 5 [~ S [ LTTF Sw,)
- EEHRE (CV) 29k&Ew

FEHRELTEZONALZ L

D) P A#E Y, REETH - 72

2) e LRI, 72 IR DBIEDN AT TH o 72 (HHMAEOBIRIZF AT > TF E W),
3) ¥Ry T4 v TERES—ETId o 72,

CQL:Fy MISELTHEHT A A TEETH?

Al:T&FEd, 7L—bMIOBNTEHY —NVEZARN) Yy TORICEFSTH Yy Y= ETYNEEL CTHEHAT IV, L

LT — NI =V E S 7R THEEICRE LTT S,
cQ2: FL—FERYH LY 2 VOHFIZHEAEDS A>T L2AYTTT A ?
A2 1 AR IR BT L TH Y 95

13. WS TR S F 2 v 79 A b

BFHEIGLIIE &~ L CRIRIE, W20, WISk % MRBRISE SR T T T S0

O w=nTL— b, RIEEERAICER (20C~25C) SRLTF &0 SR 2 IR L%
O B (10%) QBB : SRS NBIAT, 10RCARLTT S,

B R AR 0N B A

O pukEAE 7L — +
O 43R4 0 (BRISEERER. B ISRORIEGE) * @D
O 4 F VA hmisii 100 L
O # 30)
(1 BfkE 7234 v 2 UL 10uL
O L #EE, iR (20C~25T). 2 KM, i IONEIO)
O ¥R 4| (BRI EE. BHHICRORIESTE) *D
O W FRIF—XiGAMN T ITED VBT 100 uL
] L #FR. i (20T~ 25T). 30 S HIBUG, i %2, %3
O 434 | (BRI ER. B 512 TMB ERE) * (@D
- TMB iﬁ‘«?ﬁ TMB ZEHEE TV 2 & 2R

SRS, BRI X ) HICEM 100 uL
O L #¥, il (20C~25T). 20 - MIn. #il LIONEE J6)
u ﬁ@ﬁi& SRIBTEICD X kiR

ER. TEEEIC X ) WBmIE S 100 L
O L8 (EHc#E) 30)
O B HIZOGERE (& 450nm. FI9%E 620nm : 600nm ~ 650nm)

FIERIE 7V — PRIDHNEEZF v 22V LT

(@) PR E T = VICHER. FOOLDO ETI0ORIZEB IR BER L 3, 4 MHEHPESHE, R—/—FF NV FiIZT L —
PRSI L TP EREFRE BEICREL T, TR EBROZRICHEREL CROBBRETEHIIMEL T3, PR
ZERY PTHRIMTA2BEOWERZIE300ul 72V TF, 8HEDTIVFF v AN ERY N TOHFEREHAL
WKEDV T 7 ERAOEREL D FTOTITHHITBEDHLFHA JH—. RAMEEEREE (100pg/mL) @ OD
XY 757 ODMEAEL RAWEIMRTED 1 2L LT, VFFIF—YRHEGAINL TP TEY VR E RS
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BOVWHENEAMZFH URETS ~8HICHWMPL LT FE v, 7L — MESERIHHOSGOE H %X 5mL /5~
26mL 53 (V ANVOFICE DV ELED ) T, H—SHEOWMOWEEHFOAR Y 2 VHO T2 & IITHEEL TFE W,
(@) &0 H %1% 600rpm ~ 1200rpm 10 £, 3 [\,
(@) PR THETL— P Y=V ZHDHELTT SV,
TL— b= VIEEREZHAN LT, A2 7L — ML T YT TF S v, —BERIH LA 7L — by — VI

LRV TTE W,
J—27v—+ (f))
Strip 1&2 Strip 3&4 Strip 5&6 Strip 7&8 Strip 9&10 Strip 11&12
A 12000pg/mL Tefh 2 Kok 10 Mefh 18 Hefk 26 Mok 34
B 4800pg/mL Toefh 3 Fefk 11 Fefhk 19 Teth 27 ek 35
C 2000pg/mL Fefh 4 Mok 12 Fefk 20 Tefh 28 ek 36
D 800pg/mL Motk 5 Mok 13 Fefhk 21 Fefh 29 Tefhk 37
E 300pg/mL Motk 6 Fefhk 14 Fefk 22 ek 30 oA 38
F 100pg/mL WMotk 7 Fefhk 15 Fefk 23 etk 31 TefA 39
G 0 (Blank) Fefhk 8 Fefh 16 Btk 24 i 32 Hefh 40
H Mk 1 Fefhk 9 Mok 17 Wtk 25 etk 33 Mtk 41

14. % v t O AE L SEFIIOIR
Fv MI2C~1W0CTHRAELTF SV (BEFREES) . MHBIROME7-REIIFH L 2T TS v, B L-EREIIOEXFL
TiE, RERRBICL D BEZZT 2 TRENH ) FTOTROOTHHZHEIRL 7,

[ 5E 441

G

(i sE ) [z H]
[z 7] (IR

(%]
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(55 44]
[f1yt=a— F]
[BeEFE]
(]
[T RR ]
(%]

LEe2x™ <w 24 21 ¥ ELISA v I+ (RTU)
298-89501

LBIS™ Mouse Insulin ELISA Kit (RTU)

2 ~ 10C A7

T ROV ZFE R

96 ol H

WERFT
ST 7MVLA M HEERA ST
ARTARREEN=TE1E25
Tel : 06-6203-3741
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