FUJIFILM M

For Research Use Only. Not for use in diagnostic procedures.
Code No. 293-90301 (96 tests)

LBIS™ Rat Insulin ELISA Kit (High Sensitivity)

Please, read this instruction carefully before use.

1. Intended use
LBIS™ Rat Insulin ELISA Kit (High Sensitivity) is a highly sensitive sandwich ELISA system for quantitative measurement
of rat insulin. This kit is intended for research use only.

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
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% 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, 1* 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™ Rat Insulin ELISA Kit (High Sensitivity), 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 TMB Solution
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.

4. Performance Characteristics
- Assay 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.
- Specificity
The antibodies used in this kit are specific to insulin. Cross-reactivity of the kit is shown below.
Substances Cross-reactivity Substances Cross-reactivity
Rat C-peptide - Mouse insulin +
Rat proinsulin + Mouse C-peptide -
Human insulin +

* Cross-reactivity at Conc. 2.5 ng/mL.
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- Precision of assay
Within assay variation (3 samples, 8 replicates assay) Mean CV was within 10%.
- Reproducibility
Between assay variation (3 samples, 4 days, assayed in triplicates) Mean CV was within 10%.
- Recovery test
Standard insulin was added in 3 concentrations to 2 serum samples and were assayed.
The recoveries were 94.1% - 101%.
- Dilution test
2 serum samples were serially diluted by 3 steps.
The dilution curves showed excellent linearity with R* > 0.992.

5. Reference Assay Data

Insulin assay data in fasted rats, assayed in duplicates.

Mean assay value : 245 pg/mL Standard deviation : 72 pg/mL

Rat strain : SD, Number of animals : 8 males, 6 weeks of age.

After fasting for 24 hours. Serum was used.

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 - 25C 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 Concentrated. Use after dilution. 500 uL/1 bottle
(C) Buffer Ready for use. 60 mL/1 bottle
(D) Biotin-conjugated Antibody Solution Concentrated. Use after dilution. 200 uL/1 bottle
(E) Peroxidase-conjugated Streptavidin Solution Concentrated. Use after dilution. 200 uL/1 bottle
(F) TMB Solution Ready for use. 12 mL/1 bottle
(H) Stop Solution Ready for use. 12 mL/1 bottle
(1) Wash Solution (10x) Concentrated. Use after dilution. 100 mL/1 bottle
Plate Seal - 3 sheets
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[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
2C - 10C.

[(B) Insulin Standard]

Standard solutions prepared above should be used as soon as possible, and should not be stored.

[(C) Buffer] & [(F) TMB Solution]

If not opened, store at 2C - 10C. Once opened, we recommend using them as soon as possible to avoid influence by environmental
condition.

[ (D) Biotin-conjugated Antibody Solution] & [(E) Peroxidase-conjugated Streptavidin Solution]
Unused working solution (already diluted) should be disposed.

[(H) Stop Solution]

Close the stopper tightly and store at 2°C - 10C.

[(I) Wash Solution (10x)]

The rest of undiluted buffer : if stored tightly closed at 2°C - 10C. Dispose any unused diluted buffer.

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

[] Deionized water (or Distilled water). [ Test tubes for preparation of standard solution series. [ Glassware for dilution
of Wash Solution (10x) (a graduated cylinder, a bottle) [] Pipettes (disposable tip type). One should be able to deliver 10
1L precisely, and another for 100 uL. [ ]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 rat 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 -35C 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 2C - 10TC. If it is necessary to store sample in refrigerator (2C - 10C), 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 -35C. Avoid repeated freeze-thaw cycles.

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

[Concentrated reagents)

[(B) Insulin Standard (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 #IU/mL is 26 IU/mg. (Refer to 2. Introduction.)

Volume of standard solution (C) Buffer Concentration (pg/mL) |Concentration (xIU/mL)

Original solution : 100 u L 100 uL 2500 65
2500 pg/mL solution : 100 u L 100 uL 1250 325
1250 pg/mL solution : 100 L 100 uL 625 16.3
625 pg/mL solution : 100 uL 100 uL 313 8.13
313 pg/mL solution : 100 uL 100 uL 156 4.06
156 pg/mL solution : 100 u L 100 L 78 2.03
78 pg/mL solution : 100 uL 100 L 39 1.02

0 (Blank) 100 L 0 0
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[(D) Biotin-conjugated Antibody Solution]

Prepare working solution by dilution of (D) with the buffer (C) to 1 : 100.

10 mL of the diluted solution is enough for 96 wells.

[(E) Peroxidase-conjugated Streptavidin Solution]

Prepare working solution by dilution of (E) with the buffer (C) to 1 : 100.

10 mL of the diluted solution is enough for 96 wells.

[(I) Wash Solution (10x)]

Dilute 1 volume of the concentrated Wash Solution (10%) to 10 volume with deionized water (or distilled water) to prepare
working solution. Example : 100 mL of concentrated Wash Solution (10%) and 900mL 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 L of washing buffer and discard 4 times (*(), then
strike the plate upside-down onto several layers of paper towels 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 solution 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 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 20C - 25C.
(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 30 minutes at 20C - 25C.
(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.

- Optimally, the reagent solutions of the kit should be used immediately after reconstitution. Otherwise, store them in a
dark place at 2C - 10C.

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

- Dilution of the assay sample must be carried out using the buffer solution provided in the Kkit.

- The TMB Solution 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.

- 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 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 samples with the buffer
solution.

* 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.
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Rat Insulin assay standard curve (an example)
Absorbance may change due to assay environment.

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. Wrong dilution of Biotin-conjugated Antibody Solution or
Peroxidase-conjugated Streptavidin Solution.
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 TMB Solution soon after taking out from a refrigerator might cause poor coloration owing to low temperature.
- Intense 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 Peroxidase-conjugated Streptavidin Solution.)
2) Overdeveloping. Incubation time with TMB Solution should be decreased before addition of Stop Solution.
3) Too high incubation temperature. Adjust the temperature to 20C - 25C.
- High coefficient of variation (CV)
Possible explanations :
1) Improper or inadequate washing.
2) Improper mixing of standard or samples.
3) Pipetting at irregular intervals.
- Q-1: Can I 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
- 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 insert 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 to 20T - 25C for 2 hours.

[[1 Wash Solution (10X ) concentrate must be diluted to 10 times by deionized water (or distilled water) that returned to
20T - 25C.

[] Standard Insulin solution dilution example :
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Original solution

100 uL 100 pL 100 uL 100 pL 100 pL 100 pL
Buffer Buffer Buffer Buffer Buffer Buffer
100 pL 100 pL 100 pL 100 pL 100 pL 100 pL
Concentration
pg/mL 2500 1250 625 313 156 78

[] (D) Biotin-conjugated Antibody Solution : Dilute to 100 times by using (C) Buffer and use.

(I I O O B B A

O 0O o o oogo o

Antibody-coated Plate

| Washing 4 times (*(D)
Biotin-conjugated Antibody Solution
| Shaking (*®)
Samples/Standards

| Shaking (*@), Incubation for 2 hours at room temp. (Standing (*®))
(E) Peroxidase-conjugated Streptavidin Solution

Dilute to 100 times by using (C) Buffer and use.
(Dilute reagents during the first reaction.)

| Washing 4 times (*@)

Peroxidase-conjugated streptavidin Solutin

} Shaking (*@), Incubation for 30 minutes at room temp. (Standing (*®))
| Washing 4 times (*(D)

TMB Solution
(After dispensing, the color turns to blue depending on the concentration.)

| Shaking (*@), Incubation for 30 minutes at room temp. (Standing (*®))

Stop Solution
(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.)

100 pul

Buffer
100 puL

39

*®
100 uL

10uL

*®
100 u L

"5

100 L

100 uL

*®@

% (D After 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 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.)

% (2) Guideline of shaking : 600 rpm - 1200 rpm 3 times for 10 seconds.
% (3) 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.
% (B After removal of wash buffer, immediately dispense the next reagent.
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Worksheet Example

Strip 1&2 Strip 3&4 Strip 5&6 Strip 7&8 Strip 9&10 Strip 11&12
A 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

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™ Rat Insulin ELISA Kit (High Sensitivity)

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

[Package] For 96 tests

[Cat #] 293-90301

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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LoD E MO, 2C~10CTHRAALTF SV MM A-SEBEERIZEBICHEH L, RFEEILAVTTFE W,

(C) B B (F) TMB A
— BB FHTL2BELERI VDL LZO0REZHOEIIEL, RO IFERIEZILVTELIZEZ Lo o,
2C~ 10CTHRAELTF &y,

(D) U F VEAPURABI RO (E) RUVFF YV —BEAGA ML T FTE D VTR
X b2 sE LU THRTABIIAPRFICHEE L DI I LARFRL, R OFBIEERIESRVWTELIZELY Lo
2D EHD, 2C~10C TR LTI v R D ORBFABITEERE L TF S,

(H) BUcvE Ik
EHFE D 2T A8 B2 Lonh EH®, 2C~ 10CTHRELTTF S v,

(1) ki (10x)
e (10x) Z2RATAHHEE. FEZ2 Lo LD, 2C~ 10C TR L TF v, I ) ORI A PLE 35
FELTFEW,

7.%y FPUSHMCREERE [Fxzvy 7Y A D

(3K GERAK) DEEEEGFITREE DOnREEaRIY I 288 (XA ) v F— - = — k) [OF v 75
BERy b (FWETF Y 7TI0ul ZIEREICERY T4 Y7 TELLD, 100yl Z2IEFEICERY T4 Y7 TEDLLD)
(ke aiE ¥ Xy b (#] Eppendorf ® multipette plus). 100 uL Z#ifo0ETE 50 [(JR=1=F FVEHEOWALEDH %
LD (FHBRIZTL— MBS 2R <) DR (Vortex ¥4 7) x4 zua7L— MEE D2 (#600rpm ~
1200rpm) [J96 7 = V7L — MHEERER (bLEFEF L) Fo3msgry %6 vz v 7L — M) —%— (450nm *
10nm. 620nm : 600nm ~ 650nm) [F—#%FHEHY 7 727

8. BRI HER

AFy MIT v ME E 723 (~A0) VISR HERE L F9), B ki Mt o4 220 Y2 lEL 9.

s BAREERIUE S CICHIES B2, —35CLUF THiEIRAF L TF S \vo B L BRI E 9 % AT IS ol LA ik L T
T #0 R L OUFERIIET T S ve IELWRERPRONZWERIZZRY) $9

L L 72 R R IR E AR I D R T T S v,
MUY DRE (RIRE - B 23059 2 BICEREFTORE (FLY) - HAWOEE I BEMEEORK L & 21

APHY FTOTHWRICHHLEVTFE V. AF vy FOYH, L 40mg/dL ML ETRENBN T T,

<) RONED D & % BARIE D BESE TREAZRIE ISV TT S v,

- WIEWHOE; D LR, W—BAERICB T, B%5 2K, 2 U EORRE CHAREMEZ MR L TF S v,

AR ZANT L2561 SO0 LOMBESF 2 TGRIEE THRLME Y = VIZHEL TF S v,

9. Wk R

*F v b ORISMAHFTICL TR 20C~25C) IWRLTFEW QEMMVISHZTT),

%6.C [Z0F M| LDHLABIRRNBEZOFTTORECHATE T, [HPBBEH] LHLLOICOVTIETIEOE
FEHTHMHELTTF 3w,

P ELR ST HREEZRB L TP (TRAPZBICIEBMWEDE TS W),

[0 & N7z ak 58]
(B) £ 2 viE# s (Gng/mL) ; BB R
(B) 4 > &) vkl (5ng/mL) (Ei#) & (C) MREHEM - TREERERZWELTT SV, FTRE—AIT3, ¥ ulU/
mL #5513 26 IU/mg TIT->CBH EFT (A v tusy sy a Vy&2H)

BRI OB = (C) MMl % (pg/mL) M (uIU/mL %)
PR 100 1L 100 uL 2500 65
2500pg/mL ¥ 100 1L 100 uL 1250 32.5
1250pg/mL ¥ 100 uL 100 u L 625 16.3
625pg/mL VA 100 uL 100 u L 313 8.13
313pg/mL iR 100 u L 100 uL 156 4.06
156pg/mL ¥ 100 4L 100 L 78 203
78pg/mL {100 u L 100 uL 39 1.02

0 (Blank) 100 uL 0 0
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(D) ¥4 F U fEaPukiEig

200 ul #FEHMTE L mE2 TR LT FE T LY (C) BT 100 f5IZAHML TF S v,
(E) RVFF T F—E¥HEEA ML T I TEY VR

200ul ZFAHWMTE LAY TR LTV FE T, BMHE (C) AT 100 F5IZFHML TTF S,
(I) P A0x)

TR (10x) RS NREK GEEAK) TLHFCHERLTF S v,

Bl 100mL OFEEE (10x) + 900mL OFFEAK (FEFHK) (96 7 = v a&TE2MHT 254

(Bt D2 Mk & BRA7 )7 3]

A VA VBRSO T T T — O X 22 5720, PRI HREHEE 2 100KIU/mL ~ 500KIU/mL @7 7 aF =~
ERMLTRET LI A2BEDOLET, £/, RNICRETL2HE81E, -3BCUTTORRKHRELZMELE T, #ELD
HORERIA LT T F X v, (KIU : kallikrein inhibitor unit)

10. Jsa Ak

PEEFREZ 180 BRNRICTET 2 REZH L o THEL TTF S v,

PUREAMIL 7L — b DY —id, 7L — EBTFIZEEITE > THHHPLTT S,

1) 5P LOMBLHFREZ Y 2 VITHZ L4 (x@) LET, TOBRR—N—F I N AREDLTTL— %3
K2, BUMMEDSITFLIHICL Ty o VISl EY B X F1,

(2) &7z V2 (D) EFF UEEPURERE 100ul §F2o9ELET, v 2707 L— MEEI SR EFHOTHERE (@)
LEd,

(3) BetRilsE y = VISR % 10 uL ML 9

(4) e Y 2 VIS KR ORI Y 10 ul $2o5EL E 3,

B) ¥4 Z7u7L—MREIBREFTVTEE (x@) LET,

6) 7L—Fy—%EED, KE (20C~25C) T2HH#HE (x®) LEd,

(7) BOBHE T # BUBTE 2 35 CIRER 2 &7 = VIZi72 L 4 ks (x@) LET. TOBAR—1N—FF N LD LTT L —
FP2#icl, BAMEDIFLEHICL Ty o VIIE 2z & 9,

Q) %z, (E) RUVAFIF—EESGANL T M TEY VERE I00uL ¥290FELET, v~/ 2707 L — MEE S %
RErHOCHEE (@) LET,

(9) FL—1bFy—%EEY, KR (20C~25C) T30 0MEE (@) LET,

(10) BB T %, BOBHE 2 & T 2 &7 = VIZHi7z L4k (@) LET. FOH R=N=FF NV AREDLTT L —
F2#SiZl, BAMEDIFLEHICLTY o VIR 2z & 9,

(11) %7 =2 (F) TMB##% 100ul $20ELFEFT, ¥4 70 7L —MREIBREEZHOTHEEE (@) LFET,

(12) 7L —br =&ML, =il (20C~25C) T30 7MEE (+@) LI,

(13) &z vz (H) stk 2 100 ul ¥4 L, sz ek L3,

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

(@), (@), (@) FISMETFNEMEEL F 2 v 7 ) A M2 ITBHT SV,

11. #H5

(1) W R R A VR L F 37 MR M U X 2 AR AR (pg/mL) . Y 2 OGO 7 5 7 21 L
TF&Wv,

(2) HEREHFRE L D . MIROWSEEE IS T 2 (pg/mL) Z A 9.

H ARIR DG EE ATHEUE i ARIOLEE & D 73603 (C) BRI GEMERICHM LEENEZE/BL TF S v,

FIHEMI T, 3KSER T34 F721E5 89 AV —DFHEBEDH LTI,
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TOr 7 7 3EEMREITY (WO, WEBRRICXIVEBLIT),

~4 1.000

E

s

S 0.100

g

o

[

©

g 0.010

I

%

< 0.001 ‘ '
10 100 1000

Rat Insulin  [pg/ml]

* 7L — MY — % —1% SUNRISE RAINBOW (TECAN) % f#i}{

12. b9 TN T a—F54 V7L Q&A
T RTOY IV TORIBHGH
FHERELTEZLNAZ L
1) B G RBRARO ANEN,
2) BT 5 RIEA O AT,
3) FE IS 2 IR O I Y JE 2 R A R AR B,
4) Rk F v 7 — YEEHEROFR A
5 F v MEEREORE (MR L2EE).
6) 7L — b OEF L i,
7) TMB B DOMEIME D > 726
- W/ MEREEIEE (39pg/mL) ® ODEL Y 75 » 7 ODMEAE L % b,
FHRELTEZOLNAZ L
VB AA# Y, REeTh-o 72,
(RNVFFVF—EREEA NI N T EY VB E RISHEOMEERE 4 1% [F CHtE T 5 B~ 8 \IZHR LTTF &v,)
- BEMRE (CV) 25K&w
FHERELTEZLNAI L
1) DAY, REETH -7,
2) FEHE SR AF I, 72 RIROBESAT G TH - 72 (BHEEHRROBIRIITLSIAT> TFE W),
3) ¥Ry T4 v TEREDS—ETIE R D o7
cQl:Fy MINELTCHHATEZENTEETR?
Al: T&Fd, L= MIESNAEHY — V2 A M)y TOMICZFSTH Yy Y =% ETYDEHEL TITHA TS W, L
BT L= NI Y=zl 7R TR IR L TF Suv,
cQ2: FL—FEWMOH LS 2 VOHPIZHEAS A TOWE LA T A ?
A2 ARSI R L B TE L TH D £ 9,

13. WsE TR L F = v 7Y A b

Py HRFE 2 — 58 L ORIR G, et e 5k 2 R IR E 2 4T > TF S\
Yy z v 7 L=, AERZ IR (200~ 25C) WKRLTTF v FhbiCX 2 I8 %
LI oA - il S 7R T 10 FEIHRL TF S v

O oA (B) @ B S NRER T, AR TF S v
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REERRR

100 pL 100 pL 100 pL 100 pL 100 pL
RER BER RER EER RER
100 pL 100 pL 100 pL 100 pL 100 uL
ARE
J?)%'nﬁ 2500 1250 625 313 156

CIEF F VS PUREIR ORI - Bl S N8R T 100 fF5ICHRL TF S v,

AR ETE B L OV B

O 0o o 0o gogoodg o ooogodao

O

PUAREAMIET L — b

VUEE 4 0] (BRERRBR A, BB ISR ORIESME)

Yok F GG PRI

i g

Mk Fx A R RN,

VIR il (200~ 25C), 2 BERIBUS. HE

NVFF VT —EREA ML T FTEY VBRROA, Eilfb S 7R ER T,
100 F5ICA ML TF S vo AHEEOREIEHE—FUEHIZAT ) o

VP 4 bl (BRI 2R, 1 B ISRORIEE)

RVF XV —PREANL T NTEY VBT

LR Kl (200~ 25T), 30 4 RIBUG, HE

VUEE 4 ) (BEERBR 2. B H I TMB o)

TMB ¥ TMB #EiHEEh T3 2 & 2R
STERS. TEEEIC L D) HMICE S

VIR Eil (20T~ 25T). 30 M BE. HfHE

PO 1k SRIBPEICD & HURTER
kR REEIC XD WBmICES

VR (BB ICHHE)

BB IOGEEEE (3 E 450nm. B9 620nm : 600nm ~ 650nm)
BEETXSL— VEROHENSEZ Sy eV L ET

100 pL

EEE
100 pL

78

100 L

EER
100 pL

39

* (D
100 u L
*(2)
10uL
*xQ%x®

* (D
100 uL
*@*®
* (D

100 u L
*x2Q%®
100 u L

*(2)

(x@) WEEZE 7 2 VIMEER. FOOLDO ETIORIZEBR IR BEFEL 9, 4 BUERESEEZ, ==+ I T L —
A SICL TP EEE R EERICERE L 9. PR EZORICER L TROBHREE S IZHEL T T R
ERY NTIRMT 2BOWEHRIE300ul 7 2 VT, ST /MEREETGEE (39pg/mL) O ODEL D 75
¥ 27 ODEA L B AE RN 1 2L LT, XV F T F—BREA ML T T EY VG & S oBEN
BAmz R CiHTs B~ 8 MR LTTF I\, 7 L— MESEERIMEHOSE&OF T HE & 5mL 4~ 25mL 45 (/

ANVOEZE YR £F) T HB—SEROMEOBEGEDHY 2 VH DI > ¥ IITERL TF S v,

(%@) #¥ED H%1Z 600rpm ~ 1200rpm-10 # R, 3 A,
(%Q) FBIKTHTL—F Y=L EHVHELTT SV,
TL— by —VIIRERZ R LT, WiFEZ 7L — ML T TT 8w, —EfH L7 — Y —IVIidH

HHLRWTTE S,
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J—27 33—~ (#))

Strip 1&2 Strip 3&4 Strip 5&6 Strip 7&8 Strip 9&10 Strip 11&12
A 2500pg/mL Brik 1 BRAk 9 Bk 17 BrAk 25 Brefk 33
B 1250pg/mL Befk 2 BRAR 10 Befk 18 Btk 26 BRAk 34
C 625pg/mL BRAk 3 Bk 11 Befk 19 wtk 27 Btk 35
D 313pg/mL BAk 4 Btk 12 Btk 20 Btk 28 Brefk 36
E 156pg/mL WAk 5 Btk 13 Btk 21 Btk 29 Brefk 37
F 78pg/mL WAk 6 Btk 14 etk 22 Hefk 30 etk 38
G 39pg/mL WAk 7 Btk 15 Btk 23 Hefk 31 Bk 39
H 0 (Blank) Bfk 8 Bk 16 Ak 24 Hefk 32 Bk 40

14. ¥ v b OH4F & IR
Fv MI2C~1W0CTHRAEL TF 3V (SRS o MR OME - RIIIFH L 2T F v, B LEREICOEFL
TiE, RERRBICK D EEZZT 2 TRENH ) FTOTROOTHH 2L 7,

[ 5E 441

G

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

(%]

— 14/15 —



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

LEZ™ Sy 21 ¥ ELISA v b (FKE)
293-90301

LBIS™ Rat Insulin ELISA Kit (High Sensitivity)

2 ~ 10C /17

T ROV ZFE R

96 ol H

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