FUJIFILM M

For Research Use Only. Not for use in diagnostic procedures.
Code No. 299-90901 (96 tests)

LBIS™ Mouse C-peptide ELISA Kit

Please, read this instruction carefully before use.

1. Intended use
LBIS™ Mouse C-peptide ELISA Kit is a sandwich ELISA system for quantitative measurement of mouse C-peptide. This is
for research use only.

2. 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.

3. Assay Principle

In FUJIFILM Wako Pure Chemical Corporation's LBIS™ Mouse C-peptide ELISA Kit, standards or samples are incubated in
monoclonal anti-C-peptide-coated wells to capture C-peptide. After 2 hours incubation and washing, Biotin-conjugated Antibody
Solution 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 TMB Solution for 30 minutes, and reaction is stopped by addition of acidic solution, and absorbance of yellow product
is measured spectrophotometrically at 450 nm. The absorbance is proportional to 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.

4. Performance Characteristics
- Assay 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 : 5% ) is 234.5 pg/mL - 15000 pg/mL.
- 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.
- Precision of assay
Within assay variation (2 samples, 8 replicates assay), Mean CV was within 10%.
+ Reproducibility
Between assay variation (3 samples, 4 days, 4 replicates assay), Mean CV was within 10%.
- Recovery test
Standard C-peptide was added in 3 concentrations to 2 serum samples and were assayed.
The recoveries were 94% - 104%
+ Dilution test
2 serum samples were serially diluted by 3 steps.
The dilution curves showed linearity with R* = 1.0.
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5. Precautions

- For professional use only. Beginners are advised to use this kit under the guidance of experienced person.

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

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

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

- Be careful not to allow the reagent solutions of the kit to touch the skin, eyes and mucus membranes. Especially be careful
for the Stop Solution because it is sulfuric acid. The Stop Solution and the substrate solution may cause skin/eyes
irritation. In case of contact with these wash skin/eyes thoroughly with water and seek medical attention, when necessary.

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

- The materials must not be pipetted by mouth.

- Unused samples and used tips should be rinsed in 1% formalin, 2% glutaraldehyde, or more than 0.1% sodium hypochlorite
solution for more than 1 hour, or be treated by an autoclave before disposal.

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

- Use clean laboratory glassware.

- In order to avoid dryness of wells, contamination of foreign substances and evaporation of dispensed reagents, never
forget to cover the well plate with a plate seal supplied, during incubation.

- ELISA can be easily affected by your laboratory environment. Room temperature should be at 20C - 25C strictly. Avoid
airstream velocity over 04 m/sec. (including wind from air conditioner), and humidity less than 30%.

6. Reagents supplied

Components Use Status Amount
(A) Antibody-coated Plate Use after washing. 96 wells/1 plate
(B) C-peptide Standard Concentrated. Use after dilution. 500 uL/1 bottle
(C) Buffer Ready for use. 60 mL/1 bottle
(D) Biotin-conjugated Antibody Solution Concentrated. Use after dilution. 100 uL/1 bottle
(E) Peroxidase-conjugated Streptavidin Solution Concentrated. Use after dilution. 100 uL/1 bottle
(F) TMB Solution Ready for use. 12 mL/1 bottle
(H) Stop Solution Ready for use. 12 mL/1 bottle
(1) Wash Solution (10x) Concentrated. Use after dilution. 100 mL/1 bottle
Plate Seal - 4 sheets

[Storage and Stability]

[(A) Antibody-coated Plate]

If seal is not removed, put the strip back in a plastic bag with zip-seal originally used for well-plate container and store at
2C - 10C.

[(B) C-peptide Standard (6000 pg/mL)]

Standard solutions prepared above should be used as soon as possible, and should not be stored. The rest of original standard :
store at 2C - 10T

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

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

condition.

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

The rest of the undiluted solution : store at 2C - 10C

[(H) Stop Solution]

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

[(I) Wash Solution (10x)]

The rest of undiluted buffer : store at 2C - 10C. Dispose any unused diluted buffer.
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7. Equipments or supplies required but not supplied [ ] Use as a check box

[] Deionized water (or Distilled water). [] Test tubes for preparation of standard solution series.

[] Glassware for dilution of Wash Solution (10x) (a graduated cylinder, a bottle)

[] Pipettes (disposable tip type). One should be able to deliver 10 z L precisely, and another for 104 L - 50 # L and
100 L - 300« L. [ Syringe-type repeating dispenser like Eppendorf multipette plus which can dispense 50 u L. [ Paper
towel to remove washing buffer remaining in wells. [J A vortex-type mixer. [ ] A shaker for 96 well-plate (600 rpm -
1200 rpm) [J An automatic washer for 96 well-plate (if available), or a wash bottle with a jet nozzle. [ A 96 well-plate
reader (450 nm #= 10 nm, 620 nm : 600 nm - 650 nm) [] Software for data analysis.

8. 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 uL.

Samples should be immediately assayed or stored below -35C 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 prior to adding them to wells (e.g. sample

10 u L + Buffer 40 u L). 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 - 10C. If it is necessary to store sample in refrigerator (2C - 10C),

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 -35C. Avoid repeated

freeze-thaw cycles.

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

[Concentrated reagents)
[(B) C-peptide Standard]
Make a serial dilution of master standard (6000 pg/mL) solution to prepare each standard solution.

Volume of standard solution (C) Buffer Concentration (pg/mL)
Original solution : 150 u L 150 uL 3000
3000 pg/mL solution : 150 uL 150 uL 1500
1500 pg/mL solution : 150 u L 150 uL 750
750 pg/mL solution : 150 uL 150 uL 375
375 pg/mL solution : 150 u L 150 u L 188
188 pg/mL solution : 150 u L 150 uL 938
93.8 pg/mL solution : 150 u L 150 uL 469
0 (Blank) 150 uL 0
Original solution
150 4L 150 y L 150 y L 150 u L 150 y L 150 L 150 y L
1501 L 150 u L 150 L 150 L 150 u L 150 1 L 1504 L
Concentration
pg/mL 3,000 1,500 750 375 188 93.8 46.9
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[(D) Biotin-conjugated Antibody Solution]

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

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

[(E) Peroxidase-conjugated Streptavidin Solution]

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

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

[(I) Wash Solution (10x)]

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

10. Assay Procedure
Remove the cover sheet of the Antibody-coated Plate after bringing up to room temperature.
(1) Wash the (A) Antibody-coated Plate by filling the wells with 300 L of washing buffer and discard 3 times (@),
then strike the plate upside-down onto several sheets of paper towel to remove residual buffer in the wells.
(2) Pipette 40 uL of (C) Buffer and 10 uL of samples to the designated sample wells.
(3) Pipette 50 uL of standard solution to the wells designated for standards.
(4) Shake the plate gently on a plate shaker (*(2).
(5) Stick a Plate Seal (*(®)) on the plate and incubate for 2 hours at 20C - 25TC.
(6) Discard the reaction mixture and rinse wells as step (1).
(7) Pipette 50 uL of (D) Biotin-conjugated Antibody Solution to all wells, and shake as step (4).
(8) Stick a Plate Seal (@) on the plate and incubate the plate for 2 hours at 20T - 25C.
(9) Discard the reaction mixture and rinse wells as step (1).
(10) Pipette 50 uL of (E) Peroxidase-conjugated Streptavidin Solution to all wells, and shake as step (4).
(11) Stick a Plate Seal (*®) on the plate and incubate the plate for 30 minutes at 20C - 25C.
(12) Discard the reaction mixture and rinse wells as step (1).
(13) Pipette 50 uL of (F) TMB Solution to wells, and shake as step (4).
(14) Stick a Plate Seal (*®) on the plate and incubate the plate for 30 minutes at 20C - 25C.
(15) Add 50 4L of the (H) Stop Solution to all wells and shake as step (4).
(16) Measure the absorbance of each well at 450 nm (reference wavelength, 620 nm) immediately using a plate reader.
% Refer to 14. Summary of Assay Procedure for notes of %@, %@ and %*®.

11. Technical Tips

- In manual operation, proficiency in pipetting technique is recommended.

- The reagents are prepared to give accurate results only when used in combination within the same box. Therefore, do not
combine the reagents from kits with different lot numbers. Even if the lot number is the same, it is best not to mix the
reagents with those that have been preserved for some period.

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

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

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

- Prepare a standard curve for each assay.

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

- The TMB Solution should be almost clear pale yellow before use. It turns blue during reaction, and gives yellowish color
after addition of Stop Solution. Greenish color means incomplete mixing.

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

- As the Antibody-coated Plate is module type of 8 wells X 12 strips, each strip can be separated by cutting the cover
sheet with a knife and used independently.

- When ELISA has to be done under the airstream velocity over 0.4 m/sec. and the humidity less than 30%, seal the well
plate with a plate seal and place the well plate in an incubator or a styrofoam box in each step of incubation.

—4/15 —



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.
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Mouse C-peptide assay standard curve
Absorbance may change due to assay environment.

13. Trouble Shooting
+ Low absorbance in all wells
Possible explanations :
1) The standard or samples might not be added.
2) Reagents necessary for coloration such as (D) Biotin-conjugated Antibody Solution,
(E) Peroxidase-conjugated Streptavidin Solution, or TMB Solution might not be added.
3) Wrong reagents related to coloration might have been added. Wrong dilution of Biotin-conjugated Antibody Solution or
Peroxidase-conjugated Streptavidin Solution.
4) Contamination of peroxidase enzyme inhibitor (s).
5) Influence of the temperature under which the kits had been stored.
6) Excessive hard washing of the well plate.
7) Addition of chromogenic substrate reagent soon after taking out from a refrigerator might cause poor coloration owing
to low temperature.
- Blank OD was higher than that of the lowest standard 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 Peroxidase-conjugated Streptavidin Solution.)
- High coefficient of variation (CV)
Possible explanation :
1) Improper or inadequate washing.
2) Improper mixing of standard or samples.
3) Pipetting at irregular intervals.
- Q-1: Can I divide the plate to use it for the other testing?
A-1: Yes, cut off the clear seal on the plate with cutter along strip. Put the residual plate, which is still the seal on, in a
refrigerator soon.
- Q-2 : I found there contains liquid in 96 well-plate when I opened the box. What is it?
A-2 : When we manufacture 96 well-plate, we insert preservation stabilizer in wells.
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14. Summary of Assay Procedure [ ]: Use as a check box

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

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

[] Wash Solution (10 %) must be diluted to 10 times by deionized water (or distilled water) that returned to 20C - 25C.
[]Standard 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 (uL) 150 150 150 150 150 150 150 150

*One rank higher standard.

Antibody-coated Plate
} Washing 3 times (@)
Diluted samples (e.g. (C) Buffer 40 L + sample 10 zL) or Standards 50 uL

| Shaking (# @), Incubation for 2 hours at 20T - 25C. (Standing (*®))

Dilute (D) Biotin-conjugated Antibody Solution to 1 : 100 with Buffer returned to 20C - 25C.
This should be prepared during incubation.

| Washing 3 times (D) * (6
Biotin-conjugated Antibody Solution 50 uL
| Shaking (@), Incubation for 2 hours at 20C - 25C. (Standing (*®))

Dilute (E) Peroxidase-conjugated Streptavidin Solution to 1 : 100 with Buffer returned to 20C - 25T.

This should be prepared during incubation.

! Washing 3 times (*@) 30,

odo o ododg

Peroxidase-conjugated Streptavidin Solution 50uLl
| Shaking (@), Incubation for 30 minutes at 20C - 25C. (Standing (*®))
| Washing 3 times (@) %*(6)

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

! Shaking (* @), Incubation for 30 minutes at 20C - 25C. (Standing (%))

50uLl

Stop Solution
(After dispense, the color turns to yellow depending on the concentration.)

} Shaking (#*(®) Immediately shake.

50uLl

O 0O O 0o oogoao

Measurement of absorbance (450 nm Ref 620 nm (3 (@)) immediately.
(Ref. wave cancels the dirt in the back of plate.)

* (DAfter dispensing wash buffer to wells, lightly shake the plate on your palm for 10 seconds and remove the buffer. Guideline
of washing volume : 300 uL/well for an automatic washer and for a pipette if the washing buffer is added by pipette. In
case of washing by using 8 channel pipette, sometimes the 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 Peroxidase-conjugated Streptavidin Solution.
Standard of plate-washing pressure : 5 mL/min - 25 mL/min. (Adjust it depending on the nozzle's diameter.)

% (@ Guideline of shaking : 600 rpm - 1200 rpm 3 times for 10 seconds.

% (3 Seal the plate during the reaction after shaking. Peel off the protective paper from the seal and stick the seal on the
plate. Do not reuse the plate seal used once.

* (@ 600 nm - 650 nm can be used as reference wavelength.

% (5) 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

15. Storage and Expiration
The complete kit is stored at 2C - 10C. Opened reagents should be used as soon as possible to avoid loss in optimal assay
performance caused by storage environment.

LBIS™ Mouse C-peptide ELISA Kit

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

[Package] For 96 tests

[Cat #] 299-90901

FUJIFILM Wako Pure Chemical Corporation

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

Facsimile : +81-6-6201-5964

http:/ffwk.fujifilm.co.jp

FUJIFILM Wako Chemicals U.S.A. Corporation  FUJIFILM Wako Chemicals Europe GmbH
1600 Bellwood Road Fuggerstrasse 12

Richmond, VA 23237 D-41468 Neuss

US.A Germany

Telephone : +1-804-271-7677 Telephone : +49-2131-311-0
Facsimile : + 1-804-271-7791 Facsimile +49-2131-311100
http://www.wakousa.com http://www.wako-chemicals.de
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(C) %B;éf;% 0% F i 60mL 14

D e iy R
P v R .
(F) iﬁﬁ %)il{;tlon 20 F FEH 12mL /1 &

(H) Et;gé(j}l:u{%on 0% T 12mL /1 A&

(1) (V;ng% Silfgf? (10x) AU 100mL /1 4

— m




(RSB 2 se Tk & A 5 iE]

(A) PiRFEMIET L= b
KA (BHREBER S 7ZIRETY =V E2HI LT v) OPUREMIEA ) v ZREMO Y v 73— o8y Z1R L,
FDFEFFE2C~10CTHRIEF L TFE v,

(B) C- 77 FEE# & (6000pg/mL)
Fy MegELTHEATABIBAT2EMNCEEEL DI B LARTRL, R OB RERIE S 2VWTESICEH
LoD E MO, 2C~10CTHRAALTF SV MM A-SEBEERIZEBICHEH L, RFEEILAVTTFE W,

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

(D) U F VEAPABIRY (E) A3 ¥ —BREAGA ML T N T U Y VTR
Fv b2 E LU THRTABIIATFICEHEE L DI I LARFRL, R OFBIEERIE SRV TELIZELY L
2D EHD, 2C~10CTHRIEE LT v R D OB ABITEERE L TF S,

(H) BUcvE Ik
TR 2T A8 B2 Lonh EHD, 2C~ 10CTHRELTTF S v,

(I) ki (10x)
e (10x) Z2RAETAHHEE. FEZ2 Lo LD, 2C~ 10C TR L TF v, I ) O RGE A PLE 35
FELTFEW,

6. Fv FUSHCREERE [(1Fzv 7YX}

(8K GERAK) DEEEEGRIIREE DOREEaRAY s 288 (XA ) v ¥ — - = — k) [OF v 75
MERy b (VWIS TFy 7TI0ul ~50ul ZFEFEICERY T4 Y7 TELLD, L1000 uLl ~ 300 uL % IFFEIZE Ry 5 4
YUTELL®) [FMEE Xy b (B Eppendorf @ multipette plus). 50 uL Z#ifiETES 50 [JR—I—=F F )L
HEOWKEDDH 2 DO (FRFHICT L — MR- 722 Y B <) O#EERE (Vortex ¥4 7) O~xAz7urL—MrE %
(% 600rpm ~ 1200rpm) [196 7 =)V 7 L — M AZEGEH (HEFF L) F@dEEEey D% 77— =% —
(450nm = 10nm. 620nm : 600nm ~ 650nm) [JF—FF&EHY 77T

7. BRI DR

ARFy I~y A E72EMERD C-R7F F2EL 9§,

S BRARIZE IS L7225 THRIL 3 CUIZE T 5 2 —35CLUT THEERAT L TF S wo S L 7B lE § 2 B ff ok
LATICHEEL TF S #0% L QBRI TF 3o IELWRRPEONZWERIZZ D £

-pH 2365~ 75 DHiPAITH 5 Z & ZHER L TF S

- PRI O RRF S EM I EEZ 52 260 ) ITOTIER T SV T—T VAL ZWTF S v,

- PRIMOBIZ e b ORILE 2 T % 2 D138 TF S o ML 0 B ER S5 ORI 2350E R E 2 5 2 5 W RetEds
ZrAbhEd,

B L 72BARR BIRE AR REHORERRE 2D FTOTH#ITTF S v,
MU DE (RIRE - EIME) Z23WH19 2 BICERPOIRE (ALY) - BIMAF A R R EOEK & % 55

BAHY FFTOTMEICHEMNLEVWTTFE V. AF v FORE, B 80mg/dL L L TR ENBN X I,

<) L ORE O B W ARILE OB TREARIE I T S v,

- WIEWE OFENEED L BRI, F—RRICBW T, %8225 2 K4 ¥ UL EORRETHREHREZ R L TF S v,

- BARORN (KWEETIRS56) 13 52 LoRMBESFTITVWIlEY = VIZHTEL THWEE A,

(P22t & RAF )5 )

Btk RINCHRET 25813, —3BCUT TORMMREZIEIEL T3 #0 B L OSREEIET TTF 3w £, MEom

BUTHEFRE E LTF 3w,

8. kD

*F v P ORIISMHFTICL TR 20C~25C) IWRLTFE W QEMMVISHZTT),

#5. C [Z0F M LH2ABIRRNMBEZOFTTORECHATEZY, [HRBFEH] LHLLDICOVTIRTIROE
FHTHMBE LTI S,

P ELR ST HREEZRBE L TP 3w (TRAPZBICIEBMWEDE TS W),
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(i3 & M 7-iAS8H]
(B) C-~7F PR (6000pg/mL) ; ERHEHiHERRIT
(B) C-~7F FE#S (6000pg/mL) (i) & (C) MMz o CREEREFARL CF v TRE—HT,

BRI D2 7 (C) MM =% (pg/mL)
FEHE R SR 150 u L 150 uLL 3000
3000pg/mL ¥ 150 uL 150 uLL 1500
1500pg/mL ¥ 150 uL 150 uLL 750
750pg/mL ¥ 150 u L 150 uLL 375
375pg/mL ¥ 150 u L 150 uL 188
188pg/mL i 150 u L 150 uL 93.8
93.8pg/mL ¥ 150 uL 150 uL 46.9
0 (Blank) 150 uL 0

(D) ¥4 F U fahukiEin

100 ul #HKHHWMTEHEZ TR L TWE T, B EZ (C) FEWET 100 F5I2HNL TTF S v,
(E) RVFF T F—F¥HEEAMNL TN TEY VIR

100 ul ZRG5MTE Lma TR L TV F 37, B E (C) BT 100 f5ICHMLTTF S v,
(1) P (10x)

PRI (10x) 2SR b S NzREK GE-HAK) TLBCHERLTTF S v,

B 0 100mL OPWEHL (10 x) + 900mL OFGHEA GEEAK) (96 7 = V& TEMEHT 55

9. s dETE

PR EAEZ IR0 AHNCRICHET 5 RIEZA D > THELTTF I W,

PUREA LT L=ty =ik, 7L — FPRGICERITE > TR HHDB L TF S v,

1) HOoPLOFTBL7-PEH L ST = VICHEZ L, 3HEZEE (@) LET. ZOH, X=N=F VAR lD TS -}
FMEIZL, BLMPEDITLIH)ICL T 2 VIR ZIR) B & T3,

(2) BARSE 7 = VISR 2 40 uL $oEL. S 51Kk % 10 L il £3

(3) Mt ShIE 7 VIS KR ORI % 50 uL o mEL 9,

4) ~47a7L—MREIBREEFHOTEE (x@) LET,

(5) 7L—=by—=ZEHY (@), Eii (20C~25C) T2MHEEEL 7,

(6) DUBHET # FUME 2 35 TR E &7 = VIZHi7z L .3\ (D) LET. TOHRANR—N—=FF N R EDLTT L —
PEMIIZL, BLMPEDITLIHICL T VK2 ZI) B & 9,

(7) &7 22 (D) € F UHEPURBHEE SOulL o0 LET. 12707 L —MREIHLREEZHWTEE (%x@)
LEF,

8) FL—=1bry—nEIEY (%x®), Fih (20C~25C) T2RME®EL I,

(9) BULHE T 15 UMK Z 35 CIRIF R 2 &7 = VICii7- L 3 mdkE (x@D) LET. 20HB. RX=—R—=FF LV AhEDLTTL—
FP2#iSicl, BAMEDIFLEHICL Ty o VK2l Zz ) B 9,

(10) 7 iz, (E) "VAF IV F—EHAEA ML TV TED VBERESOuL $20FLET. ~f 707 L —HMEE D&
RErHOCHEE (@) LET,

(11) Z7Vv—=1rTy—=n&HD (@), Eik (20C~25C) T30 HMEFEL I,

(12) BUGHE T BB 2 BTl 2 &7 = VIZHi2 L 3 okl (xQ@) LET, Z2OH, R=1N=FF ViDL TTL—
g2l BAMEDIFLLHICL Ty o VIR 22 ) & 9,

(13) &7 = niZ (F) TMB#H#Z SOul 3§20 ELET, A 2707 L — b EEISHREZHOTHEE (x@) LET,

(14) Z7L—bry—N%&HD (x®), =ik (20C~25C) T30 5MEHEL T,

(15) &% =iz (H) BUnVEIREZ 50ul $2o4E L, iz ElL 3,

(16) ¥ (x©@) %, EbiZ~A 2707 L — N5 EBER T 450nm (FI#% & 620nm) TOWNEEZME L 9, BEEIE
600nm ~ 650nm DOHPHTHEHTX 5,

(%x@D), (@), (x@) 1Z. 12 MWEFMEMELF v 7V A FZITEBRT 2V,

10. 31
(1) WA IR ER L E 37, M 8a i L X il 42 B miiR g (pg/mL). Y #ill &2 WO ORI 7 T 7 2 /B
LTF&EW,

(2) FEHERAR L D . MIROWOEEEI IS T 28 (pg/mL) Z#AMNYD T3 G- 72 ICHRAIRER (ke cik
5% HFEUMEMELET,

F WRARDOWEEEE ASEEHE HARBOEEE & D M 723581 (C) MBS CEU RIS L TTERE 2 Eiti L TF 3w,

HHEMP TR, SWEHER T34 F72E35 137 A= —DfHZBEOH LI T,
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TOr 7 7 3EEMREITY (WO, WEBRRICXIVEBLIT),

4 )
=
£ 100 /‘
3 »
g ,/
S
5]
€
% 010
=
z rjy
o

0.01

10 100 1000 10000
C-peptide[pg/ml]

* 7L — 1) — % —13 SUNRISE RAINBOW (TECAN) %{fH

1. F9 TN a—F4 V7L QA

- FTRTDY 2 IV TORIEDTH

FERELTEZONLZ L

1) BHEGRBRARO ANEN,

2) FAZ BT 5 IR B IO AT,

3) BT A SIE IR O Y 5E 2 e A AN R,

4) RV F F V¥ — VREFEER DR Ao

5 ¥ v MEFREOEE (G L7HE)

6) 7L — b O Pk

7) TMB #H DRI D> 720

- e/ MEHES IR (469pg/mL) D ODEL Y 75 > 7 OD AL %= %,
FRELTEZOLNAZ L

TRE DAY, REETH 72,

(RVFF VY —VREESA LT P TEY VEHE USHOPES I 3 W% W Uiid T4 [~ 6 IR LTFEW,)
BB (CV) BREW

FERELCTEZONLZ L

D) DAY, REETH -7,

2) BEHE R BIMTE. 72RO BEIAT S TH o7z (BHREMRKROBIRIIT ;I T TTFEW),
3) ¥Ry T4 v TEAEN—E T o7,

QL Fy MISELCHERT AL TETTN?

Al:TEFd, 7L—MCHOGNZBH Y — VA2 A M) vy TOMICZESTH Y ¥ — G ETYHEELTIHH TS W, L

BT L — MEY— VBN S 7R TH RIS LTT &,
cQ2: L= WO H L7257 2 VOPFIHAEDBASTWE L2 T2 ?
A2 TR EWADTTRIHLTH ) T,
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12. WEFMEBEEF = 7Y A b

P ARG E 2 — 3 L CBRIRSE, @St e 5k 2 MR SR E 2 1T o TTF S\
D?ﬁﬁ‘#‘ﬁﬂ:fl/— b REHZ SR (200~ 25T) WWRLTTFEv,
REALITIZ 2 W%

LIS oA - =il S H7AFEOK T 10 R5IZAHML TF S v,

LSRR oA (B1) @ Bl SN REH T, AN TF S0

EAEARIER
150 pl. 150 uL 150 uL 150 uL 150 L 150 pl 150 L
TEER EENR EENR EENR TBER BENR IBER
150 ulL 150 plL 150 pl 150 pl 150 pl 150 pl 150 ul
A
ol 3000 1500 750 375 188 93.8 46.9

B BT TSR ON IS B

O pidkREAET L — -
O 4ok 3ol (BREHRER 24, B IRORIEFTE) * (D)
O ABBR (B 2 IS 40 u L E MR 10 ul) F 72 I3 HE AR 50 uL
O L. £ (200~ 25C)., 2 BERIBUE. #E *2 %3
0 (D[gﬁfV%QHW@ﬁmﬁﬁf%ﬁmént%@ﬁfum%K%ﬁLfTéwo
AR O ENLE— SUSHIZIT I o
O 4ok 3 Il (BEEHRER 24, B ISRORIESFTE) * (D
[0 €4 F UEaPuRER 50 uL
O LR € (200~ 25C)., 2 BERIBUS. Bl *@*Q®
= (E)N”**?fffﬁﬁzfVf}YEyy@ﬁ@%ﬁf4 N
FILSNZZBER T, 100 F5ISHRL TF SV FPEEHORBIIE UL I
O 4ok 3 Il (BEEHRRR 22, B ICRORIESFTE) * (D
(] SXWAFTF—EHEAILT T EY VIHER 50uL
O L. €l (200~ 25C)., 30 o MIBUs. #fiE *@ %3
1 4ok 3 M (BEEHRER 2%, 15 12 TMB W) * (D)
- TI\\/I‘B i’éﬁg TMB #EHEEN TV S 2 L 2R 50 4L
STERS. MEEEIC L ) HMICEE
1 L ##, =il (20C~25C). 30 5 HG. #HE *@ %3
O E@%tﬁ SRIETEICD X IRk 50 4L
SERR. TREEIC X ) WBMICE S
O V3 (EH I8 *(2)
O BB IWOEEEE (% E 450nm. Bl¥EE 620nm : 600nm ~ 650nm)

FIERIE 7V — PRODHNEEZF v 2V LT
(@) P E 7 2 VIZ5TER, FOOLOLETIOMIER IR BEIREL $9. 3 BEEHIEGHK, X—X—=FF L EiZ7TL—
F e S LTI & B 2 e A IChA L 97 LA ROBRICIER L TROBHZEHIZMEL 3. TRl
ZENXy FTRMT 208 H 213 300ul /7 = VT J—. f/MEERBRE (469pg/mL) ® ODfEX ) 7
57 ODMEDE L AL B RMIHFTEDO 12 LT, "V AF T F—EHAA ML T T ED VE L USROS
WIEL 3 0] % 7] LT 4 1o~ 6 MHCHE R LT F S v 7 L— PR S 0356 o)) H %143 5mL 43~ 25mL /43 (/
ANVDEIZEI Y RED TF) T H—REROME OGO Y 2 VH D2 2 ¥ INTTERLTF S,
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(@) D H%1% 600rpm ~ 1200rpm-10 R, 3 [,
(%@) IR THETL—F = L2V EBELTF XV,
TL— by —VRREKEZHAP LT, BEEEZ 7L — MUCLTHIHIFTTI S, —EfHLZ27L— MY —VIdH

R LZWTT S0,
T—7 33—k (#)
Strip 1&2 Strip 3&4 Strip 5&6 Strip 7&8 Strip 9&10 Strip 11&12
A 3000pg/mL Motk 1 etk 9 Motk 17 Toefh 25 efh 33
B 1500pg/mL etk 2 etk 10 T 18 Motk 26 Motk 34
C 750pg/mL et 3 FAk 11 Tk 19 Tk 27 Fefh 35
D 375pg/mL etk 4 Motk 12 Hefh 20 Motk 28 Hefk 36
E 188pg/mL etk 5 Motk 13 Metk 21 efh 29 Motk 37
F 93.8pg/mL TRk 6 Ak 14 ek 22 Tk 30 Tk 38
G 469pg/mL Toafh 7 Hefk 15 Hefk 23 Motk 31 Hefk 39
H 0 (Blank) Btk 8 Hefk 16 Hefk 24 Hefk 32 Hefk 40
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13. ¥ v T OfA7 & BERTIVIE
Fv MI2C~1W0CTHRAELTF SV (BEFREES) . MHBIROME7-REIIFH L 2T TS v, B L-ER_EIIOEXFL
TiE, RERRBICL D EEZZT 2 TRENH ) FTOTROOTHHZ IR L 7,

[5E 4]

G

ClilEES)| [#sz 1]
[2y +F5] (435 I 301 PR )
[fi#]

[B&4] Lz ™= 2 C. <75 F ELISA ¥ v +
[fiez—F] 29990901

[FEgEFRL] LBIS™ Mouse C-peptide ELISA Kit

| (iFRES) 2 ~ 10T 1#1E

[ I3 RR) 5~V ELHR

[%] 96 [l

WERFT

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