FUJFILM LBIS

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

[LBIS Rat C-peptide ELISA Kit (U-type)]
Cat # 639-07271
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 Rat C-peptide ELISA Kit (U-type) is a sandwich ELISA system for quantitative measurement of rat
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. R@ptide 1 and 2 are both
single chain peptides composed of 31 amino acids. Their homology is 93. . tide is secreted together
with insulin. The role of C-peptide has been considered to keep the b onfiguration to form three disulfide
bonds, and has no biological activity, however, recent studies reve I%C-peptide can bind, probably, a
G-protein-coupling specific receptor present on the surface of endgtheli s, kidney microtubule cells and
fibroblasts, resulting in activation of calcium-dependent intrac@' naling, activation of Na+-K+-ATPase,

and enhancement of NO synthesis. Administration of C-pept 1 patients enhances blood circulation
in the skeletal muscle and skin, and also minimizes kidngy rular hyperfiltration, decreasing albumin
excretion into urine, and also improves nervous funetign, indicating that C-peptide should be given together
with insulin to DM1 patients. Important region to bi ceptor has been reported to be C-terminal
pentapeptide (27-31).

The biological half life of C-peptide is several {j nger than that of insulin. Measurement of C-peptide is
useful in estimation of pancreatic function Wor dnsulin synthesis and secretion. Urinary C-peptide
concentration is well correlated to its bloodYevel. C-peptide measurement is also useful in estimation of
insulin secretion by cultured islet of La ans*because very often insulin is added to the culture medium,
and it is difficult to discriminate secre ulin from added insulin. As FUJIFILM Wako Pure Chemical
Corporation’s kit recognizes the equences between C-peptide 1 and 2, it can measure total
amount of C-peptide.

4. Assay principle

In FUJIFILM Wako Pur ical Corporation’s LBIS Rat C-Peptide ELISA Kit (U-type), standards or
samples are incubated i oclonal anti-C-peptide-coated wells to capture C-peptide. After 2 hours’
incubation and iotinylated anti-C-peptide antibody is added and incubated further for 2 hours’ to
bind with ca -peptide. Then HRP (horse radish peroxidase)-conjugated streptavidin is added, and
incubated fo
chromogen (T 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.

e 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 °C - 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 pL/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 ¢ @ 100 uL/1 vial
(F) Chromogen (TMB) Ready for usa 12 mL/1 bottle
(H) Stop solution Be careful! Ready for'us 12 mL/1 bottle
(1) Wash stock solution (10x) Concentrated ;%dilution. 100 mL/1 bottle
Plate seal 4 sheets
Instruction Manual 1 copy

7. Equipments or supplies required but not sup Use as a check box

[IPurified water (distilled water) [ITest tubes for pre ion of standard solution series.

C1Glassware for dilution of washing buffer (a gradaated cylinder, a bottle)

[IPipettes (disposable tip type). One sho be@ deliver 10 pL precisely, and another for 10 pL - 50 pL
and 100 yL - 300 yL. [ISyringe-type repe nser like Eppendorf multipette plus which can dispense
50 yL. [Paper towel to remove washjm@guffer remaining in wells. [1A vortex-type mixer. []A shaker for
96 well-plate (600 - 1200 rpm) AN a6

% washer for 96 well-plate (if available), or a wash bottle with a
jet nozzle. A 96 well-plate rea + 10 nm, 620 nm: 600 nm - 650 nm) [ISoftware for data
analysis.

8. Preparation of reagent
@ Bring all reagents of @ oom temperature (20 °C - 25 °C) before use.

@ Prepare reagent s@uti appropriate volume for your assay. Do not store the diluted reagents.

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

pti

standard solution (C) Buffer solution Concentration (pg/mL)
Original solution: 150 pL 150 pL 3000
3000 pg/mL solution: 150 yL 150 L 1500
1500 pg/mL solution: 150 pL 150 L 750
750 pg/mL solution: 150 uL 150 uL 375
375 pg/mL solution: 150 uL 150 pL 188
188 pg/mL solution: 150 uL 150 uL 93.8
93.8 pg/mL solution: 150 uL 150 pL 46.9
0 (Blank) 150 pL 0




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

Original solution

150 L 150 1 L 150 L 150 L 150 L 150 1 L 150 u L
Toogt. 12044 150 4L 1504 L 150 u L 150 4L, 150 4L
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 solutlon t 1

10 mL of the diluted solution is enough for 96 weIIs
[() Wash stock solution (10x)]
Dilute 1 volume of the concentrated Wash stock solution ( G& olume with deionized water (or

distilled water) to prepare working solution. Example: 10(@ oncentrated 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
container and store at 2 °C - 8 °C. The strip

[(B) Standard C-peptide solution (6000

plastic bag with zip-seal originally used for well-plate
stable until expiration date.

using as soon as possible tofavei uence by environmental condition.
: pody] & [(E) HRP-conjugated streptavidin]

Dispose any ed 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 rat 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 ontaining 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. If4it is @ sary to store sample in
refrigerator (2 - 8 °C), add aprotinin at final concentration of 100 - 500 KIU& d: kallikrein inhibitor unit).
le

If you have to store assay samples for a longer period, snap-freeze % nd keep them below —35 °C.

Avoid repeated freeze-thaw cycles.

11. Assay procedure
Remove the cover sheet of the anti-C-peptide-coated p brifging up to room temperature.

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

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

3) Pipette 50 uL of standard solution to the wi signated for standards.

4) Shake the plate gently on a plate shakeg(*x

5) Stick a plate seal (@) on the plate and i

bate for 2 hours at 20 °C - 25 °C.

(

(

(

(

(6) Discard the reaction mixture and rixise Wells*as step (1).
(7) Pipette 50 uL of biotinylated anti antibody to all wells, and shake as step (4).
(8) Stick a plate seal (*@) on th dhincubate the plate for 2 hours at 20 °C - 25 °C.
(9) Discard the reaction mixt rinsSe wells as step (1).

10) Pipette 50 pL of HRP-conpj

11) Stick a plate seal (*

1

1

1

1

1

2) Discard the reacti

late and incubate the plate for 30 minutes at 20 °C - 25 °C.
and rinse wells as step (1).
ogen (TMB) to wells, and shake as step (4).

) Pipette 50

) Stick a pl

) Add 50

) Measure t
plate reader.

*Refer to the page 7 for notes of *2), 3 and *@).

p solution to all wells and shake as step (4).
rbance of each well at 450 nm (reference wavelength, 620* nm) immediately using a

(
(
(
(13
(14
(15
(16

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 6
eAssay range

The assay range of the kit is 46.9 pg/mL - 3000 pg/mL.
The effective assay range by standard assay proceddke @v rate: 5x) is 234.5 pg/mL - 15000 pg/mL.
e Specificity
The antibodies used in this kit are specific to ra eptide. Cross-reactivity against mouse C-peptide is
92 % and human C-peptide is 90 % when tested at pg/mL.
ePrecision of assay

Within assay variation (2 samples, 8 replica @
eReproducibility

Between assay variation (3 samples,4 days, 4 replicates assay), Mean CV was within 10 %
eRecovery test

Standard C-peptide was added._i

The recoveries were 94 % -
eDilution test

Serum sample was seriall

The dilution curves show,

ay), Mean CV was within 10 %

ntrations to 2 serum samples and were assayed.

by 3 steps.
arity with R2=1.0.

14. Trouble shooting

eLow absorbapée S

1)The stan ples might not be added.
2)Reagents sary 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.
oQ-1: Can | divide the plate to use it for the other testing?

5
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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
eQ-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 (10x) 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

*One rank higher standard.

Anti-C-peptide-coated plate
| Washing 3 times(*@) *©)
50 uL

Diluted samples (e.g. buffer (C) 40 uL + sample 10 uL) or Standards

1Shaking(*@), Incubation for 2 hours at 20 °C - 25 °C. (Standing(*@))
Dilute Biotinylated anti-C-peptide antibody to 100x with buffer returned -25
°C. This should be prepared during incubation.

|Washing 3 times(*@) \

Biotinylated anti-C-peptide antibody 50 pL

1Shaking(*@), Incubation for 2 hours at 20 °C - 25 °C. (Star%* )
Dilute HRP-conjugated streptavidin to 100x with buffer, edto 20 - 25 °C.
This should be prepared during incubation.
| Washing 3 times(*@) *©)
HRP-conjugated streptavidin 50 pL

1Shaking(*@), Incubation for 30 minutes @C 25 °C. (Standing(*@))

|Washing 3 times(*Q@)
Chromogen (TMB) 50 uL
(After dispense, the color turns to blue g€ ' g on the concentration.)

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

Stop solution
(After dispense, the colorgurn yellow depending on the concentration.)

1Shaking(*@) Immediately, shake.
] Measurement of s (450 nm Ref 620 nm(*®)) immediately.

e back of plate.)
ffer to wells, lightly shake the plate on your palm for 10 seconds and remove the
shing volume: 300 uL/well for an automatic washer and for a pipette if the washing
ipette. 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

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.)

*QGuideline 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 nm - 650 nm can be used as reference wavelength.

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

50 uL

O 0 o0ooooo0oo oooo oooodd




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

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

SAKit (U-type)
Store the kit at 2 °C - 8 °C (Do not freeze).

[Term of validity]
[Cat #]

Expiration date is indicated on the container.

639-07271

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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REREICKIDFEZRITDEEEN DD T ITDTRDODTEAZHRELET,

4.Fvy MUAMCRERER OFTvIUXbB

COfFEUK (FERK) EESRHRAGERE DRNERAERANSRERE (AR U S —-E—H— -
) OFvIRBRERY N (ELMETFW I T 10 pL~50 uL Z1IEHEICERY T4 >0 TE3HED.
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(B) Standard C-peptide solution (6000 pg/mL) —_p

B C - KT F KSR (6000 pgiml) ARG @ 0pL/1 A
©) %%‘gj%”'“t'on ZDEE 60 mL/1 &
(D) Biotinylated anti-C-peptide antibody < T

CAF > HEBH CRTF Riftk i 100 L1 &
(E) HRP-conjugated streptavidin

RIVAFS S~ - FESAEE i 100 pL71 A&
") tmonamy ) S (2P 12 mL/1
. Be carefull ZDFEEAER 12mL/1 A&
e omtra (%) IR 100 mL/1
Plate seal
JL—b3—)L 4 1
Instruction Manual 1 =B
EiRGRBAE =

6.:XZDAR
*x v SO (IfE @%5&(20 CT~25 C)ICRLTLIZEL 2 BEAMINEZRTY).
*x5. T [ZDFHEA AMEIBRICBTDIFTORETHERTEET . [HRMERER] £HDED

[CDWLTH SRR TLIESE0,
* SHITE(Cw SREAE RO TLESV (SHRBARBRIC(EFBRONEDELLZE0),

&Iy gt

[(B) Standard C-peptide solution (6000 pg/mL)] ; {=XERh#R{F R

(B) Standard C-peptide solution (6000 pg/mL) (&%) &(C) Buffer solution Z{E> TIEERRZRE L T
<IZEL\., FEEF—HITT,

BEBROEE (C) Buffer solution =E (pg/mL)
EERIER 150 pL 150 L 3000
3000 pg/mL A& 150 ul 150 plL 1500
1500 pg/mL 7&K 150 pL 150 plL 750
750 pg/mL &R 150 pl 150 pL 375
375 pg/mL &M 150 ul 150 pL 188
188 pg/mL & 150 pL 150 pL 93.8
93.8 pg/mL &M 150 pl 150 pL 46.9
0 (Blank) 150 pL 0
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[(D) Biotinylated anti-C-peptide antibody]

100 L ZFTE D DENCTEBE2Z IR U TVLE T EHERZ (C) Buffer solution T 100 f&(CHRIRL TLIEE0 N,
[(E) HRP-conjugated streptavidin]

100 L ZFED DI TEDIEZ IR U TVLE T EHERZ (C) Buffer solution T 100 fFICHIRL TS IZEL N,
[(1) Wash stock solution (10x)]

IEABTER(10x) 2 LS NITABRIK (REBK) T10&(CHRL T ZS0,

{5 : 100 mL OIEAESEFR(10x)+900 mL DFBFRIK (ZEB/K) (96 DTILETZERT D5S)

(HEOREM L RFSHIE]

(A) Anti-C-peptide-coated plate
FKEA (BEAREBZ RO TTIREE TS —ILZRIN LTV OFREREER b w T (EERD Y T
=)W OICRL, ZDFEF2 CT~8 CTHRIFLTLKZEL.. BMHRALTESZHREEFT .

(B) Standard C-peptide solution (6000 pg/mL)
Fv DBV TERT DRIMER T IERNCHEEI DD HUBRARL, KD DRRIGIERICE
SIRNWTESBICEZ UMD ERSD. 2 T~8 CTHREL TSV, BYEHRATEEZRE5FET.

FRULCEEEBRIES(FERAL. REELRRVWTLIZE0,
(C) Buffer solution T (F) Chromogen (TMB)
—EDBERZEERAT DREMNEBEEL DD UZDHDEZHIDELRICIEL. ERFTHRRICES/RANTES(C
Fx9J,

EZUOMDMED. 2 T~8 CTTRIFL TSV BIHIRNEZIE
(D) Biotinylated anti-C-peptide antibody & T'(E) HRP-conjugated st d
! 5
A

Fv bEDEIUTER T SEREHBIREF (SnmEL DERD H UHIRE 2D DFERIFERICE SR
TESLICEZULO>MD LR, 2 T~8 CTHRELTLIZEL. (B RBEMZREEFT . EA%
D DOFBINBEAHRITEREL TIZE0,

(H) Stop solution
ERKDZRFI DB EZLo>HD L.
ZREFXFT.

(1) Wash stock solution (10x%)
IRMEEER(10X)ZRF I DHEEF EZLoOM . 2 T~8 CTHRELTLESL, BRHEIR
NLEMZREF T, FERKDOBIRBEHTERIFEREL TIIZEU),

7.REDRE @
AFwv MIS v MMEF(EMETEFRD XE ZRELUET,
IRIK(ITEE(C LTeht o TEE L 9 <(CHIE M =35 CUT THRERFLUTLSIESEV, BiEUTeARik
(FRIE T DERTICERER UFE D (1B % TEEU\ & DIR U DBRMERIAR (BT T IEE L IEULLVEEM
BESNRWRRICIRDFET,
epH 1t 6.5~7.5 DEIFEI Td>
o RIMBF DM THTEECR/ TS
IRIMDIRICE I\FH@T%"@FH(CH%@(JEH"C <IZE0V. MBERBHEERIZFORINFIAAER(C
\

°C7(¥ LTLIEEV, BREARAZE

FE =S5 B!

EER
ERBOREFRREIEDTIDOTHRITTIZES0,
111077 BmF) ZIHT IBICFERFEROIEE (ALE) - FOHASMESEREBEREDIRE LR
CAEICEERULRNWT LK IEE W, FFv hDIBS. B0 80 mg/dL Bl ETHENRENET

IHEME DR FEDULMRIKIE, B—RIKICHNT, D 2 /RA > MALORIRETHIREREZ
R T<ESN,
ARADTIR (RAEETEE5ME) (F. HSNUHHBREF TITVAED TILICHEL TERBLEEA.

(MRADLTEME ERIFITIE]
BRFERAICRETDHE(E. —35 CUT CORBREZHRELX T, BORUDRERIAR(LEIFTL
20V, FTz. BRAEDFHIREARRRE L TIES0N,

8. ITEIREE

FOMREZIRDDRINIRICHTET DREZRE D CHRULTLLEELY,

HAERIET L — hD>—)Lid. TL— M EDICERICED THSRHALTLEE,

(1) HBSMUHARLUEEERZZEDITILISHEL, 3 BFRF(xOQ)LET., D&, R—/)\—FA)LxE
DETTL—rEFES(CL, BLPEDIFBRELSICLUTOIILICE D TEREZERDBREET,
RARAITE D T)LICEBERZ 40 L I D3E L. =SB(CHREE 10 uLiRmiLE.

BEEMATED T)UICERBEDIEERRKZ 50 yL I OFELET,

A0 — MRESBRREZANWTER(xQ)LET,

TL— b —)LZMED(x Q). BR(20 C~25 C)T2BERELET.

2
3
4
5
6) RIHETH. RIGRZIECTRFRZEDTILICHEIZL. 3 BFEF(xO)LET., 2DE. R—/)(—5FA

NN N S~
~— — — — ~—
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LBIS Rat C-peptide ELISA Kit (U-type)

WREDLTTL— MEBEC L. BNEDF5E5ICLTITIUTE S ERERDB=E7,

7) BOTIUCEAF AEAT CATF RIAHE 50 uL FOMELES. v IOTL— MEE S8
RPN * @)L= T

8) TL— RS —)LEBD(xB). ZE(Q20 CT~25 C)T 2 BREFELET .

9) RISKTE. RISREETIERES™ TILICHEEL 3 ISR O)LET. Tk, ~—) =57
REDLTTL— MEFE(C L. BLNEDTBESCLTYTILICE S RER OB S=T,

(10) 8 TILIC, RILAFIH— - FESUHEEAWZ 50 L TDOHRELET. I1I0TL— MNEESE
72 RV TER(* ) LET.

(1) T RS —JLEBED (% 3). ZDE20 C~25 C)T 30 HRFEHE LE T

(12) RISIET %, RISTER CIaRES™ T)LICH=L 3 DS+ D) LEF. Tk, ~<—)—57IL
REDLETT L— NEHEE(C L. BLINEDOIBES(E LT LI el OBRE £

) & TILICTERE 50 pl T OMELET. <A IO T L — NEE S8 E RN TR (* @) LET.

) L= RS LD (% ). ZDE20 C25 C)T 30 RSB L=

) B0 TILICRIMELLRE 50 gL $DNEL. RERSEELLET.

) 1B+ OW%. B5C-I0T L— NASYHEET 450 nm (SIEE 620 nm) TOREEREL

7. BIFE(E 600650 nm OEFE B T3,

(D). (D). (* OVUEFIFEE (14. 15 X—>) BZBR S0, Q

it
()RS (CAREMIREFR UE T . mxEaEmL X iﬂi’ﬁiﬁi@ﬁiﬁfg(‘p@ﬂi%ﬂ&ﬁ‘éfi@ﬁ‘%ﬁﬂﬁ/j

S ERR LTS IESN,

(FLERRIREK D . IRIKDIRICE (CHF5 T DIRE (pg/mL) & &ed+HR D D [ORE [CIRIAABIRE (1R
HERIEETE518) ZRUAIEEELEXT,

* ARAADIRCE D RAERIRIOEE K DIMUTBSHCHEERIC QESERCRR UBREAEZE ML T Z20\,

*HERLET(E, 3RBIANFC(F 4 FZE5/(5A—-F— SEHELET.

BDT ST SEEIRGITY (R0

WHAERIB(CXDZEEBUFT).

A

10 100 1000 10000

C-peptide[pg/ml]
* FL— kU —%4 —(d SUNRISE RAINBOW(TECAN)% {4

10.4Fv bD14EE

o B EEE

46.9 pg/mL~3000 pg/mL DEBETHETETEI .
(5 SAIRFOELNBITESEH (& 234.5 pg/mL~15 000 pg/mL)

¥R
Z D ELISA R THERASINTVBIARIES Y b CRIFRICHUTIHENTY ., BEEEATY N TH
FEULEULURE. SY b CRTIFR1, 2&100 %EUFETE, NIRXCRTIFREE2 %, ECRT
FREFWOW%TIN, SV AR I>, TOARAUD ERIGUEEA (3000 pg/mL BF(CHULT).

iEEMER (YA NEE) (8 BAIE. 2#1K) 15 C.VAE(E 10 %Kit

oHIRMEHER (7yARIZE) (4FTRE. 312K, 4 BHRH) 19 C.VAE(Z 10 %Ki

o A NNEIUNGRER

2 MIERRKR(CERIRD 3BED C-RIF RERIMUBIE UTEFER. BIUNER(K 94.0 %NS 104 %
oA FRIEHRIE
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LBIS Rat C-peptide ELISA Kit (U-type)
2 BRI ER ) (CRTRARER T 3 BEEAIRURIE UIZER, EREIFD R? (£ 1.0

M.;3TN21—-F1 2D L QEA

e INTDIITILTORIEHEFL
FRRELTERSNS &
IR PARAD AT L,
2)FE(CFHET SHTBRDANT .
J)RE(ICEHET DHFEROIMD EX PHERFARTE,
4yRIVAFS S —CEESRIEERIDEA
5F v MREBEDOHE (RIEUTIBE).
6)' L — hODBERITREF,
TFREBROREMEN T2,

o /| MRAERTRIRE (46.9 pg/mL)D OD fELX DTS2 4 OD EHN'E < 12B.
RRELTERSNS &
TRNTES,. REETH DI,

)(/{) LAFS S - - PES AEEY ERISEDFREIE 3 BERURRT 4 E(CHELTLES
(AN % \

ZENMRE(CV)IAZ

FERELTEZXSNZTE .

NFEENTEL, AL THO/

YREMVEIRME. FT(IARAEDEBHNATTED TH oIz (R &? FFED(TIT>TLIEEWN),

3)ERYF o TBEN—ET(IM o1z,

oQ-1: Fv NIDBNUTERIDIZENTETEITH ?
BCZE>THYSI—RETUIDEELT
CERLEEV. ALV L — IS —)LES ECRREICRE L TSIEE,

Q-2 : JL— hZEDH U5 TILORITRIEDSA EMaTI M ?

A-1:TEFEY., TL— MNMIMSNIEERS —ILZRX MY ‘é‘
A-2 : B (CHMREFEERNFIEL THDE

13



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

(AEFIRIEEFIYIURN
I EURGRIAE T —5t U TRIRSRSF. AIESRMF. AIESEZ MR ERAITERFZIT O TIIES,

DTIILTL— b HEEEFRDCER(20 CT~25 C)CRLTLZEW, FRILIC(E 2 RREGLGHE

U
U
O

EREEROABIR  BRAESNIBERIKT. 10 BICHRLUTLIEELY,
BERROAER (B) : BRICSNIEERCT. BFRUTIZE0,
EEERER
150 L 150 pL 150 pL 150 pL 150 pL 150 pL
EER EER EER BEw EER BENR
150 pL 150 pL 150 pL 150 pL 150 pL 150 pL

RHEEE *

Big
O

e e e e e Y ) A O

og/mL 3000 1500 750 375 188 \03.8

FAERR(L 96 D TILTL— b~
EFE3E (EERRER. BESCROREDE

HMETREIALO(CEEIBR @

RIRRIR (FI R (SHEENR 40 pL EAR4K 10 pL)

LT REN, FIREROBETE RG>
93 SERRREE. BSRRORENE
EAFAEE CARTF R
L, R0 T~25 ). BRRIG. #E

NIVAFS S —C - PREMGEEMORIR. BRCSIEEERT. 100 5
[CRRL T m@ﬁﬁ@.ﬂ BIBE_RISHICATS.

15930, @eREFEE. B5CRDMEN )

~LAFE G TeS ey

|, DEEOFC~25 ). 0 HERIG. HiE

B9 3E UPRISEE. E5CRERNE)

FEIR(TMB) TMB B'Z|R{IEEN TS C & 2R
DEE. RECKIOBRICESR

81, =R((20 C~25 C). 30 DHERIG. BHE

RIS LERR SRR (C DEHURER
MEE. RECLDEBRICER

B (EBICRR)

BS([CIRAERE (FEE 450 nm. &iEE 620 nm:600 nm~650 nm)
BREEFT L — hNEROBENEZF v > ILUET

HE.H:\ ::/nn(zo C~25 C) ZH#FEIEJﬁ}l_LT\\
Ej?D%QMGAj?FMWQﬁ%s&4 NIZHBERT 100 {&ICHER

50 L

50 yL

50 L

50 L

50 yL

150 plL

BEH
150 L

46.9

*®

JOLIO)

*®

JOLIO)

*®

JOLIC)

*®

*Q*0Q

*Q

(x QYEFRZE D TIVCDEER. FOUOSDLET 10 BEERIRDEEZELFEI . 3 BhEF LRFE. R—/\—5
AILECTL— M E(C U TINEERETR(CRELE T, TR RREZDIZESEE L TRODBR
EEB(CEVUET ., EREERY NCTHRINT 3BOREER(E 300 L/ D TILTI,. B
IBREE(46.9 pg/mL)D OD BELNDTS> 2 OD EENE K IRBBEIFERSED 1 DELT, NLAFS

14
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LBIS Rat C-peptide ELISA Kit (U-type)

H—T - PEDAEEY ERISEDFRDE 3 [O17%E UFnE T 4 [Bl~6 E(TEYN L T ZE0N, jl/ ~
/ﬁlﬁﬁ%gﬁﬁﬁ@i}z/—\@}_j] B#=(& 5 mL/ﬁ~25 mL/ﬁ (/X) LORICKDERDFT) T, F—Rit
(* @)B#HDHEZ(E 600 rpm~1200 rpm-10 ﬂ‘F‘Eﬁ\ 3 @,
(x QBT I L — b —)LZDERBEL T EEL,
TL— b —)UHMRERZIN LT, MBEZT L — MUCUTHDFIFTSIEEW. —EBFERLE
TL— b2 —)UEBERURBWTIZEE,

T—o3— K~ ()
Strip 1&2 Strip 3&4 Strip 5&6 Strip 7&8 Strip 9&10 Strip 11&12
A 3000 pg/mL 184K 1 &K 9 &R 17 184K 25 184K 33
B 1500 pg/mL 1RIK 2 1R{K 10 1Rk 18 1RIK 26 1R{K 34
C 750 pg/mL 1RAK 3 1R 11 1R{K 19 1R{K 27 1RAK 35
D 375 pg/mL 1R{K 4 TR 12 1R{K 20 1R 2 &K 36
E 188 pg/mL ELEN) 11K 13 184k 21 B 18tk 37
F| 93.8pg/mL ELEN 11K 14 ®ik22 ¢ @ 30 184k 38
G| 46.9 pg/mL R 7 1Rk 15 RIK 230w | N 1044 31 14K 39
H| 0 (Blank) 18tk 8 18tk 16 7@ 1otk 32 1atk 40

oELISA EITAFIRIBICKDHFEZT(TE T, HITFERRS DIBFTDER : 20 C~25 °C (EE&e L
FEAFIAIR—IRNEE) ZETLUTLIEEW. & IT7>DREED) : 0.4 misec BLE.
MRE 30 %RBDIRE T CTORIE (LBEIFT TSNS =159, BIERIEZER : 0.4 m/sec LI k. &
Z 30 %ARMDIIR T CEi g SHE(C(, BTV IOBBERIGE. L — b —ILETDECIZR.

TRDLSIITTEZTIRET S TZS=0N,
Bl) A >F2AR—FA, %‘)’PEZ?D-)@E&FEE@%%O AEZE DERIERF(C K DIRITED

& CIEAFICCRERIES O EoE Y NRUSTEESEIA %
(W
(

BRBIEAHBDETOT. EMEHE =0,

BTV I TOHRBRISECE. 12, BMORA. BEDED. SEREORRERHILTS

B, BFTL— F— LM T < o

IR ST RS 54 DIFTLRENA ITIL M Fv IO ERESEDUET .
Fg 2% CIETBEVWEEFBIATY, AEBITTRELTLIESL,

HEC I,
DEME RS T UTET5. FE(HEEED T TTHERL<LIZEV. AFERFCTHET S
BRICEERY T« S OEFREIRMENTE U AN TR IEE0.

ORI NCAF Y MERRETFR, BRI REAEREZHICDITTIES0N,

oﬂ%ﬁ%&ﬁg ‘<rém AF&w hOEENROT. B, O. B0, HEE(CAEBELEEE
5 CHEVWRITEHEDICSAUBEZITL), BRERISGSIEMOFETEZITTSIZE0N,

\BIGFTCIIEREDEYES ULIRWTLTZE0)N,

VT 20 UIRWTLES0N,

o[V MEESMESHEL(LETTEDRWVLWT LS IZE0,

O IRIK(IRRDBERMEN B D EDE U THRDEFE LV TEDR D T ESE V. Ry W NMIEWIHRERDSR D =

SEATVET,

o FAREADIRMK, FEAUSHEHERZFT 1 %RILY U, 2%TILI—)ILT7ILTE RER(E 0.1 %A Eoxds

IEFRFS NUDILABRIC 1 BRI LRI TSRS, FrdA— ML —TREWMEL TEREL TS

U\e A UISERERREAOE R (SATEMEEROARE L N ZHIHOES (CHRE> THEREL T EEUY,
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LBIS Rat C-peptide ELISA Kit (U-type)

\
XS

CAIES]

Git=)

CAIER] CAIEH]

(Ov bES] (B5NHARR]

(EES)

€I LEX®CARTIFR-Zv bk (UFAD)
(F0630— R 639-07271

(ZR5E3R5EC] LBIS Rat C-peptide (U-type) ELISA Kit
[BREIVETE ]

BiERTT ST/ LMEMERIISH
ABRHHARKEEE=TE1&25
Tel : 06-6203-3741
Fax : 06-6201-5964

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