FUJFILM LBIS

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

[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 thr isulfide bonds are formed,
and finally divided into insulin and C-peptide through enzymatic splitting. Mou ptide 1 is a single chain
peptide composed of 29 amino acids, while C-peptide 2 is composed o I s. C-peptide is secreted
together with insulin. The role of C-peptide has been considered to kegpth st configuration to form three
disulfide bonds, and has no biological activity, however, recent studie ealed that C-peptide can bind,
probably, a G-protein-coupling specific receptor present on S e of endothelial cells, kidney
microtubule cells and fibroblasts, resulting in activation of_caleium-dependent intracellular signaling,
activation of Na+-K+-ATPase, and enhancement of NQ s sis®Administration of C-peptide to DM1
patients enhances blood circulation in the skeletal muscle, a in, and also minimizes kidney glomerular
hyperfiltration, decreasing albumin excretion into urige, and also improves nervous function, indicating that
C-peptide should be given together with insulin to DM ients. Important region to bind receptor has been
reported to be C-terminal pentapeptide (27-31).

The biological half life of C-peptide is several tj onger than that of insulin. Measurement of C-peptide is
useful in estimation of pancreatic fun@tion sulin synthesis and secretion. Urinary C-peptide
concentration is well correlated to its blgN. -peptide measurement is also useful in estimation of
insulin secretion by cultured islet of LangefpanSybecause very often insulin is added to the culture medium,
and it is difficult to discriminate secré % ulin from added insulin. As FUJIFILM Wako Pure Chemical
Corporation’s kit recognizes the OfESequences between C-peptide 1 and 2, it can measure total
amount of C-peptide.

4. Assay principle

In FUJIFILM Wako Pure, ical Corporation’s LBIS Mouse C-Peptide ELISA Kit (U-type), standards or
samples are incubated in oclonal anti-C-peptide-coated wells to capture C-peptide. After 2 hours’
incubation and washingd, biotinylated anti-C-peptide antibody is added and incubated further for 2 hours’ to
bind with captyfed C-peptide. Then HRP (horse radish peroxidase)-conjugated streptavidin is added, and
incubated foR80 . After washing, HRP-conjugated streptavidin remaining in wells are reacted with a
chromogen (T 0 minutes, and reaction is stopped by addition of acidic solution, and absorbance of
yellow product is mMeasured 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 diIth 100 yL/1 vial
(E) HRP-conjugated streptavidin Concentrated. Use after ion 100 pL/1 vial
(F) Chromogen (TMB) Ready fortise. 12 mL/1 bottle
(H) Stop solution Be careful! Ready fQabises 12 mL/1 bottle
(1) Wash stock solution (10x) Concentratedj_%r dilution. 100 mL/1 bottle

Plate seal s — 4 sheets

Instruction Manual 1 copy

7. Equipments or supplies required but not supplied s a check box

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

[1Pipettes (disposable tip type). One should be to deliver 10 pL precisely, and another for 10 pyL -50 L
and 100uL -300 yL. [CISyringe-type repeating @di€peiser like Eppendorf multipette plus which can dispense
50 yL. [CPaper towel to remove washin maining in wells. 1A vortex-type mixer. []A shaker for
96 well-plate (600 rpm -1200 rpm) 1A @utomatic washer for 96 well-plate (if available), or a wash bottle with
a jet nozzle. [JA 96 well-plate reader m £10 nm, 620 nm: 600 nm - 650 nm) [Software for data
analysis.

8. Preparation of reagents

@ Bring all reagents of t@s om temperature (20 °C - 25°C) before use.

@ Prepare reagent sglu ppropriate volume for your assay. Do not store the diluted reagents.
[Concentrated reagents]

of master standard (6000 pg/mL) solution to prepare each standard solution.

andard 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 pL 150 yL 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 1 L 150 1 L. 150 4 L 150 1L 150 1 L 150 1 1L
150 1 LL 150 u LL 150« L 150 1 LL 150 1 L 150 u L 150 1 L
Concentration
pg/mL 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 tgu:

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 (1% 0 wolume with deionized water (or

distilled water) to prepare working solution. Example: 100 mL "@f concCentrated 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 plasticC®ag with zip-seal originally used for well-plate
container and store at 2 °C - 8 °C. The strip wi stable until expiration date.

[(B) Standard C-peptide solution (6000 pg/m
Standard solutions prepared above sho
rest of original standard: if stored tig

[(C) Buffer solution] & [(F) Chromog
If not opened, store at2°C -8° ins stability until expiration date. Once opened, we recommend
using as soon as possible to i luépce by environmental condition.

[(D) Biotinylated anti-C-pepti ibody] & (E) HRP-conjugated streptavidin]

d as soon as possible, and should not be stored. The
losed at 2 °C -8 °C, it is stable until expiration date.

The rest of the undilut
[(H) Stop solution]
Close the sto ightl

d store at 2 °C - 8 °C. It maintains stability until expiration date.
0x)]
uffer: if stored tightly closed at 2 °C - 8 °C, it is stable until expiration date.

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 pL). Turbid samples or { 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 sa to store sample in

refrigerator (2 °C - 8 °C), add aprotinin at final concentration of 100 - 5 \ (KIU: kallikrein inhibitor
S

unit).
If you have to store assay samples for a longer period, snap-freeze ga
Avoid repeated freeze-thaw cycles.

nd keep them below —-35 °C.

11. Assay procedure
Remove the cover sheet of the anti-C-peptide-coated plate
(1) Wash the anti-C-peptide-coated plate (A) by filling the\we
times(*@), then strike the plate upside-down
buffer in the wells.
) Pipette 40 pL of (C) buffer solution and 10 samples to the designated sample wells.
) Pipette 50 L of standard solution to t w@ignated for standards.
) Shake the plate gently on a plate shakeRgx
) Stick a plate seal (*@) on the plate inCupate for 2 hours at 20 °C - 25 °C.
@ lls as step (1).

2

3

4

5

6) Discard the reaction mixture and

7 Je antibody to all wells, and shake as step (4).
8

9

r bringing up to room temperature.
h 300 uL of washing buffer and discard 3
eral sheets of paper towel to remove residual

) Pipette 50 pL of biotinylated a
) Stick a plate seal (*@) on t cubate the plate for 2 hours at 20 °C - 25 °C.

) Discard the reaction mixt

0) Pipette 50 yL of HRP-¢Bhj d streptavidin to all wells, and shake as step (4).
) Stick a plate seal (* ‘ plate and incubate the plate for 30 minutes at 20 °C - 25 °C.
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(12) Discard the reacti e and rinse wells as step (1).

(13) Pipette 50 gen (TMB) to wells, and shake as step (4).

(14) Stick a | (H&) on the plate and incubate the plate for 30 minutes at 20 °C - 25 °C.

(15) Add 50 u thegtop solution to all wells and shake as step (4).

(16) Measure th sorbance 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 *@.

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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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 procedu n rate: 5x) is 234.5 pg/mL ~ 15000
pg/mL.
e Specificity
The antibodies used in this kit are specific to mou ptide. 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 réplic agsay), Mean CV was within 10 %.
eReproducibility \

Between assay variation (3 sample ays 4 replicates assay), Mean CV was within 10 %.
eRecovery test

Standard C-peptide was adde

The recoveries were 94 %
eDilution test

2 serum samples wer i diluted by 3 steps.
The dilution curves s%earity with R2=1.0.

14. Trouble shooti

entrations to 2 serum samples and were assayed.

el ow absorbafice in a Is
Possible
1)The stand mples might not be added.

2)Reagents ne@€ssary 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 (jL) Orig.sol. 150 |/~ 150 |/~ 150* /- 150" |/ 150 | 150* /150 0
Buffer solution (pL) 150 | 150 150 150 150 150 | 150 150

*One rank higher standard.

1 Anti-C-peptide-coated plate
[0 |Washing 3 times(*2) *©)
[0 Diluted samples (e.g. (C) buffer solution 40 uL + sample 10 pL) or Standards 50 pL
[0 |Shaking(*@), Incubation for 2 hours at 20 °C - 25 °C. (Standing(*@))
0 Dilute Biotinylated anti-C-peptide antibody to 100x with buffer returned
°C. This should be prepared during incubation.
O |Washing 3 times(*2) \ *®)
[0 Biotinylated anti-C-peptide antibody 50 pL
O | Shaking(*@), Incubation for 2 hours at 20 °C - 25 °C. (Standing
0 Dilute HRP-conjugated streptavidin to 100x with buffer to 20°C - 25°C.
This should be prepared during incubation.

[0 |Washing 3 times(*©2) *©)
[0 HRP-conjugated streptavidin 50 pL
O |Shaking(*@), Incubation for 30 minutes a °C - 25 °C. (Standing(*@))
[0 |Washing 3 times(*2) *©)
] Chromogen (TMB) 50 uL

(After dispense, the color turns to blue d | n the concentration.)
O | Shaking(*@), Incubation for 30 at 20 °C - 25 °C. (Standing(*@))
0 Stop solution 50 uL

(After dispense, the color llow depending on the concentration.)
O |Shaking(*@) Immediately
] Measurement of ab 450 nm Ref 620 nm(*®)) immediately.

(Ref. wave cancels tfie d| e back of plate.)

*@After dispensi uffer to wells, lightly shake the plate on your palm for 10 seconds and remove the
buffer. Gu shing volume: 300 pL/well for an automatic washer and for a pipette if the washing
buffer is by pipette. In case of washing by using 8 channel pipette, sometimes the back ground
tends to be s0, change washing frequency from 3 times to 4 - 6 times at the constant stroke after

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

*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.
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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

o\o‘\
5
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Q
R

LBIS MousefC-peptide|ELISA Kit (U-type)
[Storage condi 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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G AR L TLIESE,
AEZHRUTLIZEV (SARARBRICESEVWEDE <IZEW).

* EIJ/:E.(L’/Z EN F‘r

(IRfESNIZ:

[(B) Standard C-peptide solution (6000 pg/mL)] ; {=4EM#R{FRL B
(B) Standard C-peptide solution (6000 pg/mL) ([R/&) <& (C) Buffer solution ZfE> TIRERRZARL T
ZEW. FRElFE—HITd.

BEBRRODEE (C) Buffer solution BE (pg/mL)
RERRIFR 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 i&/& 150 L 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,

5l : 100 mL DIRAESEFE(10x) +900 mL DIFRUK (FEB/K) (96 D TILETZFERAT DIHS)

(RROREM L HRFHE]

(A) Anti-C-peptide coated plate
KEA (FEAREBZR O ITIREETS —)LZRIA L TLVRW) OFUAERBIER b w T (FEIRD>y T2
— VKW OICRL., ZDFEF 2 C~8 CTHREFELTLLZEV, BMHARALZELZHREET .

(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)
—EDOBRZEAITIRINEBELDDUZHDEZRNDEEICEL. KD (FERQRSIRVWTESI(C
EZUoM D, 2 CT~8 CTHREFEL TS IZEV\, BMHARALZ E ML ZTRE o

(D) Biotinylated anti-C-peptide antibody & U'E) HRP-conjugated strep w
Fv hEREI U TERT DBREHIREF (CHEEL DD L/?ﬁ%Rﬂ%zﬁ :
TESICEZULO>MD L. 2 CT~8 CTHRIFLTLIZEL), FAHE Z
DDOFRIRBAHBRIFEREL TZSU,

(H) Stop solution
ERKDZERFIDHBEE. EZUo>HD ERAD. 2 °C®° RIFLTLSIZS 0. BMEARNEL EE

DIERIIERICR TR
TEMZREEY ., FH%

ZRE5F9,

(1) Wash stock solution (10x%)
IRERR(10X)ZR1F I DHEEF EZUD
ARZEMZREEXT . EAEKDORIRFHTFR

7 AREDHAR

AFw MMIYDRAMEFTZ(EMIZHRD C-A
RIKIITEEIC UTEN D TERER L I < [
(FRIE T DERICHER UFET (CHEF
BFESNBWVWRRICIRAD XY,

. 2 C~8 CTREFLTLIZEEL, BXHAE
TLEE0,

Y BIELE T,
DN\ —35 CUT THRERIFL TSV, RS UITARIK
Wo #EDIR U DFRERIERZE T T ES W IEULWLEERD

-

epH ' 6.5~7.5 DEFH T DAL A=A T 20N,
o FRIMBFDRAEM FRIEB(CRRe TR DFEN DD EIDTITIFRLIZEV T—F)UMERUIRNTLIZE0 ),

o RN £ NADRIIE 2T BRI 30T RE, ENHHRERSORIFAERC
BEBESR S AN E DB

R LTI
ARADHIR (RBEETE5ME) (& HESNUDHEBREF CITWAIED TILICEL TERBLEE A
(MRADLEM ERIFITE]

BRFEERIIICREITDHE(E. —35 CUT CTORBREZHRELUE T, BORUDRERAELEFTTL
ZEW, Ffz, RAEOHBIRGAFRARE L TIIZS 0N,

8. AITEIRFIE

PRRIE IR DA CRICINET DREZRE O CAHBL TS ES0N,

FAREET L — hD>—)UE. TL— MRDICERCR D TSN LT EEU,

(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 .

BRERATED T)VICHREODRERTRZ 50 uL 9 DMELET,

RAoO0TL— MrESSEREZRBVWTEHE(*Q)LET,

TL—bh2—)LZD(x @), TR0 C~25 C)T 2 KHEHELF T,

2
3
4
5
6) RIHETH. RIGRZIETRFRZZDTILISHIZL. 3 BFEF(x Q) LET, 2DE. R—/)\—5FA

PRy
~— 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
ZRWTERFR(xQ)UET.
8) TL—hr>—=ILEED(*xQ). ER((20 C~25 C)T 2 FMEFELEI,
(9) RIDET#H. RIGRZE TEERZEZDTIVISHEEZLU 3ERFR(x Q) UET . D&, R—/\—=FFH)L
REDLETTL—REFEE(CL, BLNEDFBELSICULTIIILICE D IERERDREET,
(10) B TILIC, RILAFIA—T - PESHEEWZ S0uL $DO5ELET, N0 L — MNMrRESSS
IREZRAWTEH(xQ)LET,
(11) TL—bh2—ILZMED(x @), R0 C~25 C)TI0DHFFELET,
(12) RISHE T, RISRZEE TRERESDTIVISHEZLU 3EFER(x Q) UET, D&, R—/\—=FFH)L
REDLETTL—REFES(CL, BLPEDFBILSICLULTIIILICHE D ERERDREET,
) BITIVICRERZS0UL T DOELET MU0 TL— MRESERREZAWTER(xQ)UET,
) TL—h2—ILZMED(*x Q). R0 C~25 C)TI0DHFFELET,
) 2D TIVICRIMELERZ 50 yL 9D E L. RERIGEEILEUVET,
) BE(x@) . BESICNro0T L — MNEDYHESTT 450 nm (BIEE 620 nm) TOREEZRTE L
F9, FIKE(E 600 nm~650 nm DEFE CRERATEET,
(D) (xQ). (xQYUEFIEMIE (14, 15R—=>) BSESBIIZELN, Q

(13
(14
(15
(16

tE

(RES (CREIREFER LE T, mEeERL X ez iRETRRE g/ n@ﬁ’i” SRS DIRAERRIR D
SJ%&ERR LTS EE0N,

FEERIRE D . IRIRDIRNE (CHHE T DIEE (pg/mL)ZETHERD FF7 el o IORE (CRARBIREK (IR
BEREETE518) ZRUATEMES bi@“o

* ARADIFSENMRAERHRINE K DIMUTIZE(H(C) Buffer soluti _C HER(CRR UBEAIEZ =B C

<FEE,
EBIET(E. 3 RSERE(F 4 FT=(3 5054 — %’& SEHH LT

BT D (IEEMREI T (R IFERIBCEIDEBHLET),

»

1.00 ‘(

-620nm)./1Blank

A

-

100 1000 10000

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

10.F v bOD1EEE

l-‘-!lrlv

o A EEEH
46.9 pg/mL~3000 pg/mL DEBE THETCETET
(5 4%?%)%%@%%&%%‘@(1 234.5 pg/mL~15 000 pg/mL) .
o F R
C D ELISA 2 THEARATN TVBTUREI IR C-ARTIF RICH U TIHENTY . BEhEEZATY N TRIE
LEULZ, YIR CRIFR1, 27100 %EULFETE. SV RCRTIFREES %, ECRIFR
EE8E%TIN, YIRAAVU>, TOA AU ERIBUEEA (3000 pg/mL BFICHULT),
ofFEMER (Vv tzrAZEH) (8EAIE. 21&1K) 19 C.VAE(E 10 %Ki
oﬁ%ﬁ'linit%% %ﬁf?\yt'fr iZs) (4 =AE. 3184, 4 BRE) 15 C.VABE(E 10 %Ki
./J\ [“El Rul
2 ﬂfﬂ/ﬁ*ﬁ%(ugtﬂté 3 ;};.%J_E._O) C-/\°7’9: K& 7nn Ul }Ebt%i% @]_IRY(Q: 94.0 %5 104 %
o FHFIRBEHRE
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LBIS Mouse C-peptide ELISA Kit (U-type)
2 MBI ZEGH (CARIRARER T 3 BREARURE UIZER. ERREINFD R? (3 1

1M1.8NSTINS1—F1>0& QA
e INRTDITILTORIEH T
ERELTEZSNDCE
1)IZERARIARD AN
2)FE(CEHET IEFERRD AN,
FEE(CAHE T DB RO IEX PHEFRARANER,
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
FENTESE, A2 THhDT.
(RILAFA L - FESEEY) ERICE DGR 3 OZE URiR T4 E~6 @YY LT ZE0.)
o ZTENMFZEL(CV)N KL
FRELTEZIBNDCE

)HENNEE, A2 Thol.
NEERPEIRME. £2(IREDBIENATD Thole (RiEREKDS % EDCIToTLIEELY),
ERY S o DIBIEN—TETIIRMN DTz,
oQ-1:Fv NINEILTHERIBCENTEEIN?
A-1: TEF9I, TL— MNMIBESNIEERS —ILZX MU W
CERLLIZEV. FERURWT L — MES—)LERE S IZIRRE
Q-2: L — F’EHRDH:'IbEB'jI)b@EP(Ciﬁ{ZFb“lD_CQ

DTCHYS—RETHIDEELT
BECREL TS0,
nMaTIn ?

A-2 : BB (CIIRIFRERDFTIBLUTHDET .
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LBIS Mouse C-peptide ELISA Kit (U-type)
CAEFIEHRELEFTYVIVRR]
W HURERIAE Z — 5t U ORISR, RIESRMY. AIES E = RATERIEZIT O T ES,
O D)L — b MEEZRDICERQR0 CT~25 C)ICRLTLIZEV, ERILICIE 2 REALLE
O EESEROAR @ BRIESNITRBRKT. 10 BCHRUTIIZS0,
O ZBEBIROBIR (F) : BRIACSNIZRERT. HIRULTIIZS0N,

AR

150 L 150 L 150 L 150 L 150 uL 150 uL 150 L
BER BER EEE EER BER BER BER
150 L 150 L 150 L 150 L 150 plL 150 pL 150 L

BEEE

og/mL 3000 1500 750 375 188 \03.8 46.9

BIRMPEIESIRN U (CEIEER 6
0 $UAEE(E 96 DTILTL— b

EE3E (RFERRER. ESIORODHEDE) &
RIRRIK (FI R (SHEENR 40 pL EAR4K 10 pL) F72
B, ER(20 CT~25 C). 2 KERE. 538
EAF 2 EEIT C-RTF RFUADAHEIR. Eig‘g SNTZERERT 100 &SRR

*®

DY 50 u L
*@*Q

LTLIESEV., BIREROARIE RN 75
PEE3E  CHeRiRE®. BSIG 1) * @D
EAF ST C-RTF RFUK 50 pL
B, =B(20 T~25 C). 2K N BRE NOrIO)
RIVAFIAH— - PES; SWMOFEIR, ERAESNITBERT. 100 5
(CHBIRUTLZEV, FMEROFAR(IE_RIEFICITD.
PEE3m G ES(OROREDE) * @D
RIVAFI A - TEE 4EEW 50 pL
5 °C). 30 DIRIE. BHE *Q*x0Q
TR ER. BESICRERDE) * D
TMB h'ZB{EENTWA C & &R 50 ul
DiE%. BEICLDERICEE H
1B, =R(20 C~25 C). 30 HHERIG. BFE *Q*x0Q
RIME LR MESEIC O EIER 50 UL
SER. BEICLDEBEICEE H
B (BB(CER) *
BESIICIRNERIE (FEE 450 nm. SEE 620 nm:600 nm~650 nm)
BIREET L — hEADBENSEEF v > IILUET
(x QyFEERE DI TILCHEE. FOUSDLETI0REFEEIRDEELF I, 3 EhEFRLRE, R—/\—4
AILECT L — bEFES(CUTNEEFRETEICHREUE T BRRREROIZIEISEE LU TRDBR
EESCOELUET, TR REERY NCRINTIEORERZ(E 300 L/ JTILTY, A—. &IMZ
EERREE(46.9 pg/mL)D OD L D TS > 77 OD ELE K RBDIBEIARTED 1 DEL T, NLAF
A — - FESEEEY) ERISEDOFERDIE 3 EERE UFET 4 Bl~6 E(CB™LTLZE0, TL—
Nt ERDIBAEDEHNBEZ(ES5 mL/59~25 mL/ /5 (JX)LDRICEDERDET) T, F£—

O O o 0o o0 oodgo o oog o o goddg
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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— b —)UIBERAURBNWTLSIZEE0,

D—0>— b ()
Strip 1&2 Strip 384 Strip 5&6 Strip 7&8 Strip 9&10 Strip 11&12
A | 3000 pg/mL R A 1K 9 1RIK 17 184K 25 14K 33
B| 1500 pg/mL RAK 2 184K 10 14K 18 1R4K 26 11K 34
C 750 pg/mL 1K 3 R 11 184K 19 1Rk 27 14K 35
D 375 pg/mL 1RAK 4 RAK 12 14K 20 14K 28 11K 36
E 188 pg/mL 1K 5 184K 13 R 21 RIK 14K 37
F 93.8 pg/mL 184K 6 1RAK 14 1RIK 22 7@&30\ 11k 38
G| 46.9 pg/mL BIK7 AR 15 IR 23 1ReK 39
H 0(Blank) L] HRAR 16 wik24 @ 32 184K 40

O CFEAFICCHERIES LM LD > MERUSEREIR %
oELISA/E(JIEUJEER%(LJ:V)%ﬁ?%"“‘ﬁi@'o /EIJ}I‘};E'{/E H%IE lI:,\iﬁ =E 20 C~25 C (%%ﬁgi
FEEAFAINR—IREE) ZEETUTLIZE0, F/2. Hi 771 /ODJ_H—SEZB) 0.4 m/sec L,U:
2E 30 %RBDRIBE T CORIFE (BT TLIZEUN, . GAITEEREZER : 0.4 m/sec KL E. B
£ 30 %EKEDIRIE T TEIEI DHBSICIE. BZERAT YV ITDE . TL— S —)LET BT,
TERDKDRBAEZEHRET TS0\,

) A >FaR—FN, FEAFO—)LEENTEFS B3F., AEEDRBZELCKDWRAEN
BERBBENSDFIDT. FHHEHBELENEIZE0N,

o BZRT WV I TORBERIGIFIC(E. D)LY BYODEAN. BEDRD. DEREOERREZMHILET S
A, WITL— b —)LZEE DO T IZ&

IRIA L IR (CAFINES BIRANKLDICK

oFHERIZT6 ITILTL— MNIERAFIET
oML (IFER I BETTEETE

oA+ w I ELISA SEDIHE %S
BRICIFERY T 2 T1R4E VZE UTE AN ER<SIEE0N,

[N AT v NMEE F RiE., REABAREE(CDIFTLIIEELY,

o NEIAZ T E (LT TR <TRE V. AF Y FORENRO T, B, O, B0, HEFICHBLIEES

(FEB(CKEKTT @ i 3 FEDLRILEBZITV). BEBIRISEEEMDFHTEZIFT TS,

o RFw I\%‘:ﬁﬁﬁb L\ DIBPT C(FEREEUEZ LIRWT LS ZE0,

Ouit%xﬁ(aﬂ:l O UIRRNWTLIESU,

LEFRETEDIRNWT S ZE0),

P NHBB3EDEUTRDEFRLUTEDHR > TS ZEV, K+ v MIEWIHRDK D &

SATVE

oFFRIEHDIRA. R USHEREE 1 %LU 2%DILF—ILT) lxg‘:t RET(X 0.1 % EDIRER
BRI NUDLBRIC 1 BRI DS TES0, FeldAdA— ML —THEIEL CTREL T EE
W\ (R LTS BB OREA DR A SFhEMER OREL N CRHURHDED (TR TREREL TS0,

<REW 1 DTIL/ N FYITDTHERESBEHULET.
BOEBEATT. AZBITTRELTIESV,

L. FE(FHEBEDO T CTEALIESV. BFERMETAET D
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LBIS Mouse C-peptide ELISA Kit (U-type)

Q
.\O

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
(BEVEEE]

HEFTTT 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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