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[LBIS Mouse C-peptide ELISA Kit (U-type)]
Cat # 631-07231
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 C-peptide ELISA Kit (U-type) is a sandwich ELISA system for quantitative measurement of
mouse C-peptide. This is for research use only.

2. Storage and expiration

When the complete kit is stored at 2 °C - 8 °C, the kit is stable until the expiration date shown on the label on
the box. Opened reagents should be used as soon as possible to avoid loss in optimal assay performance
caused by storage environment.

3. Introduction

Insulin is first synthesized as a single chain polypeptide, proinsulin, then three disulfide bonds are formed,
and finally divided into insulin and C-peptide through enzymatic splitting. Mouse C-peptide 1 is a single chain
peptide composed of 29 amino acids, while C-peptide 2 is composed of 31 residues. C-peptide is secreted
together with insulin. The role of C-peptide has been considered to keep the best configuration to form three
disulfide bonds, and has no biological activity, however, recent studies revealed that C-peptide can bind,
probably, a G-protein-coupling specific receptor present on the surface of endothelial cells, kidney
microtubule cells and fibroblasts, resulting in activation of calcium-dependent intracellular signaling,
activation of Na+-K+-ATPase, and enhancement of NO synthesis. Administration of C-peptide to DM1
patients enhances blood circulation in the skeletal muscle and skin, and also minimizes kidney glomerular
hyperfiltration, decreasing albumin excretion into urine, and also improves nervous function, indicating that
C-peptide should be given together with insulin to DM1 patients. Important region to bind receptor has been
reported to be C-terminal pentapeptide (27-31).

The biological half life of C-peptide is several times longer than that of insulin. Measurement of C-peptide is
useful in estimation of pancreatic function for insulin synthesis and secretion. Urinary C-peptide
concentration is well correlated to its blood level. C-peptide measurement is also useful in estimation of
insulin secretion by cultured islet of Langerhans because very often insulin is added to the culture medium,
and it is difficult to discriminate secreted insulin from added insulin. As FUJIFILM Wako Pure Chemical
Corporation’s kit recognizes the common sequences between C-peptide 1 and 2, it can measure total
amount of C-peptide.

4. Assay principle

In FUJIFILM Wako Pure Chemical Corporation’s LBIS Mouse C-Peptide ELISA Kit (U-type), standards or
samples are incubated in monoclonal anti-C-peptide-coated wells to capture C-peptide. After 2 hours’
incubation and washing, biotinylated anti-C-peptide antibody is added and incubated further for 2 hours’ to
bind with captured C-peptide. Then 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 C-peptide
concentration. The standard curve is prepared by plotting absorbance against standard C-peptide
concentrations. C-peptide 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.

eDo not drink, eat or smoke in the areas where assays are carried out.

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

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

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.

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.

eThe materials must not be pipetted by mouth.
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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.

eUse clean laboratory glassware.

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 - 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-C-peptide coated plate Use after washing 96 wells/1 plate
(B) Standard C-peptide solution (6000 pg/mL) Concentrated. Use after dilution 500 uL/1 vial
(C) Buffer solution Ready for use. 60 mL/1 bottle
(D) Biotinylated anti-C-peptide antibody Concentrated. Use after dilution. 100 yL/1 vial
(E) HRP-conjugated streptavidin Concentrated. Use after dilution. 100 pL/1 vial
(F) Chromogen (TMB) Ready for use. 12 mL/1 bottle
(H) Stop solution Be careful! Ready for use. 12 mL/1 bottle
(1) Wash stock solution (10x) Concentrated. Use after dilution. 100 mL/1 bottle

Plate seal — 4 sheets

Instruction Manual — 1 copy

7. Equipments or supplies required but not supplied [1Use as a check box

[1Deionized 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)

[1Pipettes (disposable tip type). One should be able to deliver 10 uL precisely, and another for 10 pL -50 uL
and 100uL -300 yL. [CISyringe-type repeating dispenser like Eppendorf multipette plus which can dispense
50 yL. Paper towel to remove washing buffer remaining in wells. CIA vortex-type mixer. 1A 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. [JA 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 C-peptide solution (6000 pg/mL)]
Make a serial dilution of master standard (6000 pg/mL) solution to prepare each standard solution.

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

Original solution: 150 pL 150 pL 3000

3000 pg/mL solution: 150 yL 150 uL 1500
1500 pg/mL solution: 150 uL 150 uL 750
750 pg/mL solution: 150 pL 150 yL 375
375 pg/mL solution: 150 uL 150 uL 188
188 pg/mL solution: 150 uL 150 pL 93.8
93.8 pg/mL solution: 150 pL 150 pL 46.9

0 (Blank) 150 yL 0
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Original solution

150 4 L 150 L 150 1 L 150 1 L, 150 4 L. 150 1 L 150 4 L.
1bogt 1304 150l 150 1L 150 1 L. 150 4 L. 150 1L
Concentration
pgmL 3,000 1,500 750 375 188 93.8 46.9

[(D) Biotinylated anti-C-peptide antibody]
Prepare working solution by dilution of (D) with the (C) buffer solution to 1:100.
10 mL of the diluted solution is enough for 96 wells.
[(E) HRP-conjugated streptavidin]
Prepare working solution by dilution of (E) with the (C) buffer solution to 1:100.
10 mL of the diluted solution is enough for 96 wells.
[(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
900mL of deionized water (or distilled water).

[Storage and stability]
[(A) Anti-C-peptide 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 C-peptide solution (6000 pg/mL)]
Standard solutions prepared above should be used as soon as possible, and should not be stored. The
rest of original standard: if stored tightly closed at 2 °C -8 °C, it is stable until expiration date.
[(C) Buffer solution] & [(F) Chromogen (TMB)]
If not opened, store at 2 °C - 8 °C. It maintains stability until expiration date. Once opened, we recommend
using as soon as possible to avoid influence by environmental condition.
[(D) Biotinylated anti-C-peptide antibody] & (E) HRP-conjugated streptavidin]
Unused working solution (already diluted) should be disposed.
The rest of the undiluted solution: if stored tightly closed at 2 °C - 8 °C, it is stable until expiration date.
[(H) Stop solution]
Close the stopper tightly and store at 2 °C - 8 °C. It maintains stability until expiration date.
[(D Wash stock solution (10x)]
The rest of undiluted buffer: if stored tightly closed at 2 °C - 8 °C, it is stable until expiration date.
Dispose any unused diluted buffer.

9. Technical tips

eIn manual operation, proficiency in pipetting technique is recommended.

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.

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.

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.

ePrepare a standard curve for each assay.

eDilution of the assay sample must be carried out using the buffer solution provided in the kit.

eThe chromogen (TMB) should be almost clear pale yellow before use. It turns blue during reaction, and
gives yellowish color after addition of stop solution. Greenish color means incomplete mixing.

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

eAs the anti-C-peptide-coated plate is module type of 8 wells x 12 strips, each strip can be separated by
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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 C-peptide in mouse serum or plasma. The necessary sample volume for the
standard procedure is 10 L.

Samples should be immediately assayed or stored below —35 °C until assay. Defrosted samples should be
mixed thoroughly for best results. Do not repeat freeze and thaw cycles of samples. It may cause improper
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 80 mg/dL with this kit.

Sample’s pH should be between 6.5 - 7.5. 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 (e.g. sample 10 uL + buffer 40 uL). Turbid samples or those containing insoluble
materials should be centrifuged before testing to remove any particulate matter.

Storage and stability

C-peptide 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 - 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-C-peptide-coated plate after bringing up to room temperature.

(1) Wash the anti-C-peptide-coated plate (A) by filling the wells with 300 yL of washing buffer and discard 3
times(*@), then strike the plate upside-down onto several sheets of paper towel to remove residual
buffer in the wells.

2) Pipette 40 pL of (C) buffer solution and 10 L of samples to the designated sample wells.

3) Pipette 50 pL of standard solution to the wells designated for standards.

4) Shake the plate gently on a plate shaker (*@3)).

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

6) Discard the reaction mixture and rinse wells as step (1).
7)
8)
9)
0)

Pipette 50 uL of biotinylated anti-C-peptide antibody to all wells, and shake as step (4).
Stick a plate seal (@) on the plate and incubate the plate for 2 hours at 20 °C - 25 °C.
Discard the reaction mixture and rinse wells as step (1).
Pipette 50 uL of HRP-conjugated streptavidin to all wells, and shake as step (4).
1) Stick a plate seal (x@) on the plate and incubate the plate for 30 minutes at 20 °C - 25 °C.
) Discard the reaction mixture and rinse wells as step (1).
) Pipette 50 pL of chromogen (TMB) to wells, and shake as step (4).
) Stick a plate seal (@) on the plate and incubate the plate for 30 minutes at 20 °C - 25 °C.
) Add 50 pL of the stop solution to all wells and shake as step (4).
) Measure the absorbance of each well at 450 nm (reference wavelength, 620* nm) immediately using a
plate reader.
*Refer to the page 7 for notes of *2), *@ and *@.
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12. Calculations

(1) Prepare a standard curve by plotting standard concentration on X-axis and absorbance on Y-axis.

(2) Using the standard curve, read the C-peptide 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.

Physiological or pathological situation of animals should be judged comprehensively taking other
examination results into consideration.
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Mouse C-peptide assay standard curve
Absorbance may change due to assay environment.

13. Performance characteristics
eAssay range
The assay range of the kit is 46.9 pg/mL ~ 3000 pg/mL.
The effective assay range by standard assay procedure (dilution rate: 5x) is 234.5 pg/mL ~ 15000
pg/mL.
e Specificity
The antibodies used in this kit are specific to mouse C-peptide. Cross-reactivity against rat C-peptide is
89 % and human C-peptide is 85 % when tested at 3000 pg/mL.
ePrecision of assay
Within assay variation (2 samples, 8 replicates assay), Mean CV was within 10 %.
eReproducibility
Between assay variation (3 samples, 4 days, 4 replicates assay), Mean CV was within 10 %.
eRecovery test
Standard C-peptide was added in 3 concentrations to 2 serum samples and were assayed.
The recoveries were 94 % ~104 %
eDilution test
2 serum samples were serially diluted by 3 steps.
The dilution curves showed linearity with R?=1.0.

14. 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-C-peptide antibody, HRP-conjugated
streptavidin, or chromogen (TMB) might not be added.
3)Wrong reagents related to coloration might have been added. Wrong dilution of biotinylated anti-
C-peptide 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 chromogenic substrate reagent soon after taking out from a refrigerator might cause poor
coloration owing to low temperature.
eBlank OD was higher that that of the lowest standard concentration (46.9 pg/mL).
Possible explanations: Improper or inadequate washing. (Change washing frequency from 3 times to 4-6
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.
3)Pipetting at irregular intervals.
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eQ-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.
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Summary of assay procedure [ : Use as a check box
*First, read this instruction manual carefully and start your assay after confirmation of details.
[1Bring the well-plate and all reagents back to 20 °C - 25 °C for 2 hours.

[1Wash stock solution (10%) must be diluted to 10 times by deionized water (or distilled water that returned

to 20 °C - 25 °C.
[1Standard C-peptide solution dilution example:

Concentration (pg/mL) 3000 1500 750 375 188 93.8 46.9 0
Std. solution (uL) Orig.sol. 150 150* 150* 150* 150* 150* 150 0
Buffer solution (uL) 150 150 150 150 150 150 150 150

OO 0o0ooo0dooodoo ooodgd

O

*@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 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 3 times to 4 - 6 times at the constant stroke after

*One rank higher standard.

Anti-C-peptide-coated plate
|Washing 3 times(*2)
Diluted samples (e.g. (C) buffer solution 40 yL + sample 10 yL) or Standards

1Shaking(*@), Incubation for 2 hours at 20 °C - 25 °C. (Standing(*@))

Dilute Biotinylated anti-C-peptide antibody to 100x with buffer returned to 20 - 25
°C. This should be prepared during incubation.

|Washing 3 times(*2)
Biotinylated anti-C-peptide antibody
1Shaking(x@®), Incubation for 2 hours at 20 °C - 25 °C. (Standing(*@))

Dilute HRP-conjugated streptavidin to 100x with buffer returned to 20 °C - 25 °C.
This should be prepared during incubation.

|Washing 3 times(*@)

HRP-conjugated streptavidin

1Shaking(*@), Incubation for 30 minutes at 20 °C - 25 °C. (Standing(*@))
lWashing 3 times(*2)

Chromogen (TMB)

(After dispense, the color turns to blue depending on the concentration.)
1Shaking(*@), Incubation for 30 minutes at 20 °C - 25 °C. (Standing(*@))
Stop solution

(After dispense, the color turns to yellow depending on the concentration.)
1Shaking(*@) Immediately shake.

Measurement of absorbance (450 nm Ref 620 nm(x®))) immediately.
(Ref. wave cancels the dirt in the back of plate.)

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.)

*3)Guideline of shaking: 600 rpm - 1200 rpm for 10 seconds x 3 times.

*@)Seal the plate during the reaction after shaking. Peel off the protective paper from the seal and stick the

seal on the plate. Do not reuse the plate seal used once.

*B)600 - 650 nm can be used as reference wavelength.
*©After removal of wash buffer, immediately dispense the next reagent.

50 L

50 yL

50 yL

50 L

50 L

*©)
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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 3000 pg/mL Sample 1 Sample 9 Sample 17 Sample 25 Sample 33
B 1500 pg/mL Sample 2 Sample 10 Sample 18 Sample 26 Sample 34
C 750 pg/mL Sample 3 Sample 11 Sample 19 Sample 27 Sample 35
D 375 pg/mL Sample 4 Sample 12 Sample 20 Sample 28 Sample 36
E 188 pg/mL Sample 5 Sample 13 Sample 21 Sample 29 Sample 37
F 93.8 pg/mL Sample 6 Sample 14 Sample 22 Sample 30 Sample 38
G 46.9 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

LBIS Mouse C-peptide ELISA Kit (U-type)
[Storage condition]  Store the kit at 2 °C - 8 °C (Do not freeze).
[Term of validity]

[Cat #]

Expiration date is indicated on the container.
631-07231

FUJIFILM Wako Pure Chemical Corporation

1-2, Doshomachi 3-Chome, Chuo-Ku, Osaka 540-8605, Japan
+81-6-6203-3741
+81-6-6201-5964

Telephone
Facsimile

https://www.fujifilm.com/ffwk/en
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*x5.T [ZDOFXHKEA] EHDHRLEABRICEZTDTFTDRETHERTEEY . [FNREMR] £HDED

([CDWTIFFEEDOEECTHE L TLZSUN,
*BE (CHBRDTEIFREZARLOTLLESLY (SARIARRICEBBVEDELZEWY),

(EHESNIzaEEA]

[(B) Standard C-peptide solution (6000 pg/mL)] ; {=4EM#R{FRL B

-E—H—-

(B) Standard C-peptide solution (6000 pg/mL) (E&) <& (C) Buffer solution Z{E> THREFRZAKL T

ZE0, Faeld—HITY.
BEBRRODEE (C) Buffer solution BE (pg/mL)
BRERRIFER 150 L 150 yL 3000
3000 pg/mL & 150 L 150 yL 1500
1500 pg/mL &R 150 pL 150 pL 750
750 pg/mLiE®R 150 uL 150 yL 375
375 pg/mL AR 150 L 150 yL 188
188 pg/mL ;&R 150 uL 150 uL 93.8
93.8 pg/mL &R 150 pL 150 uL 46.9
0 (Blank) 150 pL 0
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LBIS Mouse C-peptide ELISA Kit (U-type)

[(D) Biotinylated anti-C-peptide antibody]

100 UL ZFDDETEDEZ CIRHLTVWET .,  EHERZ (C)EER T 100 fSICHIRL T IZE,
[(E) HRP-conjugated streptavidin]

100 UL ZFEDDETEDEZIRRHELTVET .,  EHERZ (CHEENR T 100 fFICHIRL T IZE,
[( 1) Wash stock solution (10x)]

IEAEITRR(10x) 2 BRICSNITABRIK (FREBK) T10EICHRRLTIZS0N,

1l : 100 mL DIEMEIEFE(10%) +900 mL DFFRIK (GEREB/K) (96 JTILETZFERT DHE)

(RROREM L HRFHE]

(A) Anti-C-peptide coated plate
KEA (FEAREBZR O ITIREETS —)LZRIA L TLVRW) OFUAERBIER b w T (FEIRD>y T2
—JWWIICRL. ZDFEF 2 CT~8 CTHRIFLTLZEL. BIHHRALZEGZREFTI.

(B) Standard C-peptide solution (6000 pg/mL)

Fv bZEDBIUTERT DRSEATDERNICHEEIDEDE UARRARL. BDDRREIERCE
SIRNWTESBICEZ UMD R, 2 CT~8 CTHRIFL TS IZEV\. BREIRANLZEMZREFT .
BIMUCRIFEBTREES (TEAL. FEQRLBVWTLIZEU,

(C) Buffer solution 5 T'(F) Chromogen (TMB)
—EOBRZEAITIRINBELDDUEZHDEZRNDEEICEL. EDEERICRSIRVWTESI(C
ZZUoM DB, 2 T~8 CTHRIEFLTLKESL, BYIHRANLZEMZREET

(D) Biotinylated anti-C-peptide antibody & TU'(E) HRP-conjugated streptavidin
Fv hEDE U TERAT IREARREFOHEELOMDE UAETARL. KD DRRIIERICES/R0N
TESCEZ LMD LR, 2 T~8 CTHRIFLTLIZ SV, BMHRNLEMZEREEFT . FHAK
DDFERBFARIIFEZELTIZELN,

(H) Stop solution
ERKDZERFIDBEE. EZUoHMDEMAD. 2 T~8 CTHRIFLTLZEL., BMEARANZEM
ZRE5F9,

(1) Wash stock solution (10x)

IR (10x)ZR1F I DIHaE. EZUO>MD LMD, 2 T~8 CTHREL T IZSL).. BRHAR
NLZEHZREFT T, FAKDOFBIREHERREIEREL TS0,

7 AREDHAR

AFv NMIVDORIBEFZ(FMEBRD C-_RTIF RZERELET .
RIKIFITEE(CUIEN D TEHEEU I ITAIE T DM, —35 CUT THEEREF L TIIZE0, HiGUARK
(FAIE T DEFICHRRUFTD B UTIZE, EDRUDEGERARFE T TIIZE0 EEUVERMN
BONIBRVWRRIC/IEDZET,
opH N 6.5~7.5 DEFHI TH D& &MHERL T ZE0,
o FRIMBFDREM FREB(CRE 2 5 X DIEEN DD EIDTITIFRLIZEV T—F)UMERUIRNTLIZE0 ),
oRIMMDIR(CE NADRMEZ CFERICIRDD(EE T T IZEV, MEDBHEERIZFORMBFIOAE R (C
2B ZE5X 20N EZSNET,
oA U IR EIEEIRERIEEEOREFER ERDEFITDTEITTIZE0,
XMEMAOHEE (FiEHE - iFMS) 2HHT3RCHEREPOIEE (L) - BOASVESIRSEREORA LR
BBELBDFTTOTHECHEAURNTL EZV. FFY RDBS. Bl 80 mg/dL M L THELRNET .
o8 D RUNBY DG DIREKITRDDBEE CHREZAECAWVWTIZE,
IHEYEDRENTEND UL VRIK(L, B—RAICHBNT, BRD 2 R1 > MU LEDOFIRETHIRERER
HERLUTSIZE,
oIRIADFHIR (NRAEETIEZ5ME) (F. HONUHHBREETITWAED TILICHFLUTEEBWERE A,
(IRIADEEMY ERFHIE]
BAZRIICRE I DIEAIE. —35 CUT CORBREZHRUFET. FDRUDRGERER (S8 T
TEV, Fe. BEOHRSARFARE LT ZE0,

8. AITEIRIFE
PRRIE IR DA CRICINET DREZRE O CAHBL TS ES0N,
FAREET L — D> —)UE. TL— MIREDICERCED THSRM LTS IES,
(1) SN USHRERUEFRFRZEZDTILISHIZL, 3 BEER(xO)LFET. DR, R—/\—FA)LI2E
DLETTL—bha@E(Cl, BLKNEDIFDXRSCLTITILICE S IERERDIFREET,
RARAIED T)LICHEERZ 40 yL 3 D0E L. SS(CIRMKZ 10 yLimLEd .
SEMBED T)LICRREDRERRE 50 L 9 OELET.
RAoO0TL— MrESSEREZRBVWTEHE(*Q)LET,
TL—bh2—)LZD(x @), TR0 C~25 C)T 2 KHEHELF T,
RIS T#. RIDRZIE TRFRZZDTIVITHIZL, 3 BEER(xO)LFET. TDER. R—/)(—5FA

N N N S~
OO WN
~— N N
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LBIS Mouse C-peptide ELISA Kit (U-type)
JIWREDLETT L — hEHFS(CL, BLNEDIFBDIRSICUTIOTILICESTERERDBREET .

(7) BIOITILICEAFAEETL C-RIF RA%ZE 50 yL 39D FUET . ¥N7oO0TL— MRESERRE
ZARAWTCEH(xQ)LET,

8) TL—hr>—=ILEED(*xQ). ER((20 C~25 C)T 2 FMEFELEI,

(9) RI¥ET#H. RICRZIETREFRZEZDTIVISHZL 3EEFR(xQ)UET, €DE. R—/(—5FH)L
REDLETTL—REFEE(CL, BLNEDFBELSICULTIIILICE D IERERDREET,

(10) HEOTILIC, RILAFSAH—C - PES U HEEWMZ S0uL §DO5ELET, N7 o70O0FL— MNMrREDSS:
IREZRAWTEH(xQ)LET,

(11) TL—bh2—ILZMED(x @), R0 C~25 C)TI0DHFFELET,

(12) RIT#ET#,. RIGRZIE CTRFRZEZ D TILISHIZL 3EHEF(x Q) LET . €D, R—/(—5FH)L
REDLETTL—REFES(CL, BLPEDFBILSICLULTIIILICHE D ERERDREET,

(13) FEOTILICRERZ S0 UL I DOELE I X700 L — MRESFRBREZAWTER(xQ)UET,

(14) TL— b2 —ILZEBED(*x Q). =R(20 C~25 C)T 30 DEFEHELE .

(15) BV TILICRIHELLE®RZ 50 L 9 D33F L. REBERIGZELEUET,

(16) BH(x @)y, BELICNIIO0T L — MEDYEHESTT 450 nm (BIEE 620 nm) TOIRNEZAITE L
F9, FIKE(E 600 nm~650 nm DEFE CRERATEET,

(D) (xQ). (xQYUEFIEMIE (14, 15R—=>) BSESBIIZELN,

9.518

(1AES (CIZERIFEE/ERR UE T, MIEEERAL X e iZESRER (pg/mL). Y BhZE R E DIZERGRSD
SRR L TLIZE0N,

(QUEERIRELD . WRIARDIRAE (CHET DIBRE (pg/mL)ZFHHID E T, HHIOITRE (CIREARGBIRE (12
HEIREETE 518 2R URAEMBEEUVET,

* FRARDINSE NIRRT E K DM TZ5E1(3(C) Buffer solution (C CEEEERICAR UBEAIEESAEL T
<IEEULN,

«BEBUIBTE, 3XRZERELE4FZES5/INSGA—SF-—DFERESEDHRUET,

BT D (IEEMREITT (RAER AERRCIDEFLET).

»

A

g ./
& 1.00

9

R o

g

=

g

':; 0.10 P

= L

10 100 1000 10000

C-peptide[pg/ml]
* JL— U —4 —(d SUNRISE RAINBOW(TECAN)Z%{# 8

10.Fv bOD1ERE
o Bl TEEGH
46.9 pg/mL~3000 pg/mL DEBE THETCETET
(5 4%?%}%@%%%@%@(1 234.5 pg/mL~15 000 pg/mL) .
o5 R}
ZD ELISA R THEASN TVBITUAEIY IR C-RIF RICHUTHENTY ., BEyEEAR+TY NTRIE
UEUTe. YIORX CARTIFR1, 22100 %ELFETE. SYRCRTIFREFE %, ELCRTIFR
EE8E%TIN, YIRAAVU>, TOA AU ERIBUEEA (3000 pg/mL BFICHULT),
iEEMER (7Y A NEE) (8 BRIE. 21RK) 15 C.VAE(E 10 %Ki
oHIRMEER (7Y rHZE) (4 F|AE. 3RAK. 4 HHE) 15 C.VABE 10 %Ki
o NN BR
2 MFEARIK(CRIRD 3BED C-RIF RERMUAE UTSFER. UKL 94.0 %HMS 104 %
o A FREARIE

12



LBIS Mouse C-peptide ELISA Kit (U-type)
2 BRI EG R ([CARIRFIRENR C 3 EEfEARUAIE UITER. EREIFD R? (X 1

1M1.8NSTINS1—F1>0& QA
e INRTDITILTORIEH T
ERELTEZSNDCE
1)IZERARIARD AN
2)FE(CEHET IEFERRD AN,
FEE(CAHE T DMBBRDEDEX PHEFARAR,
RV AF A —CEERIBERIDEA.
5+ v MEEREDRE (BELIEHS).
6) L — hDBRIIRF,
NERERODEEMEN D/,
o/ MEERREE (46.9 pg/mL)D ODEL D TS> 2 OD fELE L 13D,
FRELTEZISNDCE
RN RNEY., A2 Thol.
(RILAFIA L - FESEEY ERISEDFEDIE 3 O%E UFRIR T4 [E~6 BT LT IZE0N.)
o ZTENMFZEL(CV)N KL
FRELTEZIBNDCE
)HENNEE, A2 Thol.
NEHERVEIRIME. TIEIRAEDBENARTD Thole (REEIREDIBI(IFTD (CITo>TLEEWLY),
ERY S o DIBIEN—TETIIRMN DTz,
oQ-1:Fv NINEILTHERIBCENTEEIN?
A1: TEFYI, TL— MNMCESNEERS —ILEZX NI TOBICZE D THY A —RRETHYIDB LT
CHERLIEEV, FRURVWTL— NI —)LER S TRIRETHBEICIREE LT IEE0,
Q-2 : L — hERODHULESDTTILORSERIAENAD TLELEAMEITIH ?
A-2 . HEF C (IR EFEERNTIEL CTHDET,

13



LBIS Mouse C-peptide ELISA Kit (U-type)
(AEFIEMEEFTYIVARN]
W9 ERGREAE Z —5t U THRIRRM. JAIESRMY. RIEREZERATERIEZIT O T ZEU,

DTIILTL— b HEEZFRDCER20 CT~25 C)CRLTLZEV, ERILIC(E 2 AL E

O
U
U

W

EETEROFEIR BRIESNIERBRKT, 10 BICHRUTLIESLY,
ZEBROEIR () : BRAESNIEEERT. FRUTLLESL,

IRHEEIRIR
150 pL 150 pL 150 pL 150 pL 150 pL

150 ul

EER RENR EENR EER EER BENR
150 pl 150 plL 150 pL 150 L 150 plL 150 pl

og/mL 3000 1500 750 375 188

RBETEFIRN O CREEFR

O

O O o 0o o0 oodgo o oog o o goddg

JAARERE 96 DTILTL— b

Ve 3E  (RERbRER. BESISROEEDT)
ARRRIR (5 2 (SHBER 40 uL EARIK 10 uL) F2(SEEBR
B#, =EQ20 C~25 C). 2FKRIG. B

EATF AEETT C-RTF RFADFEIR., BRI SNTIEER T 100 ££(CHIR
LTLESEV. BIREROARIE —RIGP(CITDS,

VR 3E  (FEERRRER. BEIORDREDT)
EATF ST C-RTF Rtk
181 =B(20 C~25 C) 2 BRESS. BRE

RIVAFZ ST - TES AEEMDHIR. ERICSNITBERT. 100 {5
(:ﬁ%RL/—C<7:-_éL\ ?ﬁ-*Rl /ﬁa) FER(IE ZRISH(TITD.

EE3E (RFERRER. BESORDHEDE)
NRIVAFZAS T - PESHEE

B, =RQ20 CT~25 C). 30 NERE. FHE
R 3E (RERRER. BESICREERDT)

FER(TMB) TMB BZER{IEEN TS Z & =R
DER. BECIDBRICER

B, R0 CT~25 C). 30 DRI, FHFE

RIEAZLER SRR (C D ETHURER
;ER. RELCLDEBEICER

W (BESCER)

BS(CIREERE (FEE 450 nm. EIEE 620 nm:600 nm~650 nm)
BIREET L — hEADBENSEEF v > IILUET

93.8

50 L

50 yL

50 yL

50 yL

50 L

150 plL

BENR
150 ulL

46.9

*®

*Q*0Q

*®

*Q*0Q

*@

JOLIC)

*®

JOLIO)

*Q

(*x Q)FEFERZDTIVLICFE. FOOSDLETI0REERIRDEELXT, 3 EERTFE. RX—/(—5
A ECTL— hEPES(CUTNEREFRETE(CHRELUE T, ERREBDIZIE(EFE LU TROBR
EEB(CHEUEYD, ERZERY NTHRINTIBOREEZ(E 300 uL/ JTILTY . H—. &=IME
ERREE(46.9 pg/mL)D OD 8L D TS >7 OD BAE K IRDIBEFHRRSGED 1 DEL T, NLAF
SAH—T - PEDAEEW ERIGEDFERDIE 3 B2 UFnE T 4 Bl~6 Bl(JIEY LT EE0, TL—
N RHC ERDIBEDOEHNBRE 5 mL/ 5~25 mL/ 53 (JXILDRICKDERDET) T, £—
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LBIS Mouse C-peptide ELISA Kit (U-type)
RIS DYIBIDSFRDFH I T)LEID I Z(SERELUTLIZEEL,
(* QBEHDEZ(ZL 600 rpm~1200 rpm-10 #/RI. 3 [El,
(x QB THRIL — b —)LZDEREL TEEL),
TL— b —IUHRERZIN LT, #BmZT L — MUICUTHOFIFTL<IZEEW., —EfERALE
TL— b2 —IUEBERURBRNTLIZE,

J—0>—b (1)
Strip 1&2 Strip 384 Strip 5&6 Strip 7&8 Strip 9&10 Strip 11&12
A | 3000 pg/mL 1RAK 1 - EN) &K 17 &1k 25 184K 33
B | 1500 pg/mL N &K 10 &k 18 1RAK 26 1R4K 34
C 750 pg/mL 184K 3 RAK 11 &4k 19 &k 27 184K 35
D 375 pg/mL 1K 4 1K 12 1&4K 20 &1k 28 1R4K 36
E 188 pg/mL 184K 5 184K 13 1R 21 &1k 29 &K 37
F 93.8 pg/mL 184K 6 11K 14 1&ik 22 184K 30 184K 38
G 46.9 pg/mL 1R 7 184K 15 8RR 23 1R 31 184K 39
H 0(Blank) 1R{K 8 1R{K 16 1RIK 24 1RIK 32 &K 40

S CFERARICCHEREE VL EoEY NRWSEEEIE

oELISAE(FRITEIRIB(ICKDHERZITE T, BITIRE. BFERINGPIOER : 20 C~25 C (EEAE L
XEFAFAR—FIREE) ZHETLUTLESV, e, AR (T7O>0RBED) : 0.4 misec L E.
MEE 30 %FRBDIRET CORIE(LEEIFTTLIESV, 2OEEFT, ATFERELZRE : 0.4 m/sec UL, 2
E 30 %KX mWDRE F CEIET DIHSCIE. BRATYVIDERERIGE. L — S —)LE2TD &R,
TRDLSRFEZSHRIT<ES0N,

) 4 >FIR=FA, FBIAFO—-)LEFEFNTERHERIC ST D%, BEEDRIBERMF(CKDIERAEN
BRBBENSDEIDT. FHEBELEHELIIZEL,

o BRT WV I TORBERIGIFIC(E. DIILDEZE. BYODEA. BEDRD. DEREOERREZMHILET S
A, wITL— -l TS EEN,

OIRAR & ERER(CAFIHSRES BINWED (LR ZEDITTL ISV 1 DIV N FYITDTERZRED UET,

oFHERFZ 6 DITILTL— MNIMERITBIEXETITBENEEREBIHETY, XEBITTREFELTLIIES,

SUMBEIER(IMFERITDETIIEETT,

oK+ v NI ELISASEDIHMEZEIR T UTeA. £E(FBEEDOT CHERALKIES V., AFHRMECAUET S
BRICIFERY T D TREOBIRENRE U ANTHERIZE0,

CEEIITNCART Y MEER(EIFL, BRiE. RERABKEE(CDIFTLIZE0,

GRFERERE (T IFBRVWTLEET V., AFwv hORENERL> T, B, O, B0, FEFCHELESRS
(FES(CKEK TR (THEVNRITEZEDNDUEZITV. BNEBRIZESEEMOFETERIT TS0,

oA+ w NEfERA LU TUVBIBFATIIEREDEYESR LIRWVWT L EE0,

RFEFAIOTERY ST 2T URNWTLIZE0,

o hBESMESHEE (BRETEDRNTLIESU,

IR (IRRDBEIRMEN D DEDE LU TRDER U TEDE D TS EE V. RF: v NMIEWIHRDK D =
SATUVET,

o [FHBEAHDIRR, FRUSHIERE(T 1 %LU > 2% T)L5—IL7)LTE RER(F 0.1 %A EoRdE
BT NUDLABRIC 1 BB LRI TSN, FeldA— ML —TREMEL TEREL TS
U\ B LTS BRE YOoR B OFERIE (SPTE R DR E L N &R DES (CHE> THEEL TLIZEU,

15



LBIS Mouse C-peptide ELISA Kit (U-type)

CAIES]

(FrE)

CAIER] CAIEH]

(Ov bES] (B5NHARR]

(EES)

(i) LEX®C-ARTIFR-YIX (USAT)
(F0¥e 01— K 631-07231

(ZEEEREC) LBIS Mouse C-peptide (U-type) ELISA Kit
[BREVEEE]

Wi L7V A AR ERASH
AR EEA=TE1& 25
Tel : 06-6203-3741
Fax : 06-6201-5964

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