





1. Intended use
GLP-1 ELISA Kit Wako, High Sensitive, is a sandwich ELISA system for quantitative measurement of
mouse/rat GLP-1. For research use only. Not for human or animal therapeutic or diagnostic use.

2. Storage and expiration

Store the kit at 2-10°C (do not freeze). The kit is stable at 2-10°C until the expiration date shown on
the label on the box. Once opened, the reagents should be used as soon as possible to avoid lower
optimal assay performance caused by storage environment.

3. Principle of the assay

Standards of known GLP-1 content or samples are incubated in monoclonal anti GLP-1
antibody-coated wells to capture GLP-1. After 2 hours incubation, the wells are washed and
biotin-labeled anti GLP-1 antibody is added. The wells are incubated further for 1 hour to bind with
captured GLP-1. After washing, HRP (horse radish peroxidase)-labeled avidin is added and the wells
are incubated for 30 minutes. After washing, HRP-complex remaining in wells is reacted with a
chromogenic substrate (TMB). The reaction is stopped by addition of an acidic solution and absorbance
of yellow product is measured spectrophotometrically at 450 nm (reference wavelength, 620 nm). The
absorbance is proportional to the GLP-1 concentration. The standard curve is prepared by plotting
absorbance against standard GLP-1 concentrations. GLP-1 concentrations in unknown samples are
determined using this standard curve.

4. Precautions

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

® \Wear gloves and laboratory coats, and use clean laboratory glassware when handling the assay
materials.

® Be careful not to allow the reagent solutions of the kit to touch the skin, eyes and mucus
membranes. In case of contact with these, wash skin/eyes thoroughly with water and seek
medical attention when necessary.

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

® In treating assay samples of human or animal origin, be careful for possible biohazards. This kit
contains components of animal origin. These materials should be handled as potentially
infectious.

® Used samples and 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 autoclaving before disposal.
Dispose consumable materials and unused contents in accordance with applicable
regional/national regulatory requirements.

® The materials must not be pipetted by mouth.

® Do not mix the reagents from various lots.

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

® ELISA can be easily affected by the laboratory environment. Room temperature should be strictly
maintained at 20-25°C. Avoid airstream velocity over 0.4 m/sec including wind from an air
conditioner, and humidity less than 30%.
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5. Reagents supplied

Code No. Components State Amount
296-75511 | Antibody-coated Plate Use after washing 96 (8%12) wells/1 plate
293-75521 | GLP-1 Standard Lyophilized 1 bottle
Use after reconstitution
290-75531 | Buffer Solution Ready for use 60 ml/1 bottle
Biotinylated Anti GLP-1 Antibody Concentrated
297-75541 Solution Use after dilution 100 pi/1 vial
Peroxidase-conjugated Streptavidin Concentrated
294-75551 Solution Use after dilution 100 pl/1 vial
291-75561 | TMB Solution Ready for use 12 mi/1 bottle
298-75571 | Stop Solution Ready for use 12 mi/1 bottle
. Concentrated
295-75581 | Wash Solution (x10) Use after dilution 100 ml/1 bottle
292-75591 | Plate Seal - 4 sheets
- Instruction Manual - 1 copy

6. Equipment or materials required but not supplied [JUse as a check box

[Purified water (distilled water).

[Test tubes for preparation of standard solution series.

[JGlassware for dilution of Wash Solution (a graduated cylinder and a bottle)

[IPipettes (disposable tip type). One should be able to deliver 50 pl precisely, and another for 100-500 pl.
[ISyringe-type repeating dispenser like Eppendorf multipette plus which can dispense 50 pl.
[IPaper towel to remove washing buffer remaining in wells.

[JA vortex-type mixer.

[JA shaker for 96 well-plate (600-1,200 rpm).

[JAn automatic washer for 96 well-plate (if available), or a washing bottle with a jet nozzle.
LJA 96 well-plate reader (450 nm £10 nm, 620 nm ( 600-650 nm)).

[Software for data analysis, if available.

7. Preparation of reagents
#Bring all reagents of the kit to room temperature (20-25°C) before use.
@®Prepare reagent solutions in appropriate volumes for the assay just before use. Do not store the
diluted reagents.
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[Concentrated reagents]

@GLP-1 Standard
Reconstitute the standard with the volume of purified water* stated in a separate sheet (GLP-1
standard solution, 300 pM), and then mix with the Buffer in the kit to prepare standard solutions as
shown below. *“Because the volume of purified water to be added differs depending on the lot, see
the specified volume in the annex.

Volume of standard solution Buffer Solution Concentration Concentration
(pM) (pg/ml)
GLP-1 standard solution (300 pM): 50 H! 450 pl 30 100
30 pM solution: 120 pl 120 pl 15 50
15 pM solution: 120 pl 120 pl 7.5 25
7.5 pM solution: 120 pl 120 pl 3.75 12.5
3.75 pM solution: 120 pl 120 pl 1.88 6.2
1.88 pM solution: 120 120 pl 0.94 3.1
0 pM (Blank) 120 pl 0.0 0.0

@Biotinylated Anti GLP-1 Antibody Solution
Prepare working solution by dilution of Biotinylated Anti GLP-1 Antibody Solution with the Buffer
Solution to 1:100.

@Peroxidase-conjugated Streptavidin Solution
Prepare working solution by dilution of Peroxidase-conjugated Streptavidin Solution with the
Buffer Solution to 1:100.

@\Wash Solution (x10)
Dilute 1 volume of the Wash Solution (x10) to 10 volume with purified water (or deionized water) to
prepare washing buffer.
Example: 100 ml of the concentrated Wash Solution (x10) and 900 ml of purified water (or deionized
water) in case all wells of a 96-well plate are used.

[Storage and stability]

@Antibody-coated Plate
Put the unused strips with seals back in a plastic bag with zip-seal which is originally used for a
well-plate container and store at 2-10°C. The strips will be stable until the expiration date, but note
that the reagents in the kit need to be used as soon as possible.

@GLP-1 Standard
When dividing and using the kit, do not return the GLP-1 standard solution(300pM) to room
temperature, immediately close the lid tightly and store at 2-10 °C. It remains stable until the
expiration date. Please use each diluted standard solution immediately, don’t keep it.

@Buffer Solution and TMB Solution
If not opened, store at 2-10°C. It remains stable until the expiration date. Once opened, use them as
soon as possible to avoid influence by environmental conditions.

@Biotinylated Anti GLP-1 Antibody Solution and Peroxidase-conjugated Sreptavidin Solution
The rest Biotinylated Anti GLP-1 Antibody Solution or Peroxidase-conjugated Sreptavidin Solution is
stored at 2-10°C in a container with the stopper closed tightly. It remains stable until the expiration
date. Residual working solution, which is already diluted, should be disposed.

@Stop Solution
In case the rest of Stop Solution is kept, close the stopper tightly and store at 2-10 °C. It remains
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stable until the expiration date.

@Wash Solution (x10)
In case the rest of Wash Solution is kept, close the stopper tightly and store at 2-10°C. It remains
stable until the expiration date. Dispose any unused diluted Wash Solution.

8. Technical tips

Be careful to avoid any contamination of assay samples and reagents. The use of disposal pipette
tips, and 1 tip for 1 well are recommended.

The TMB Solution should be almost colorless or clear pale blue before use. Protect it from the
light.

The Stop Solution should be almost colorless before use.

9. Preparation of samples

® Samples should be immediately assayed. If assay samples have to be stored for a longer period,
snap-freeze the samples and keep them below —35°C. Avoid repeated freeze-thaw cycles. Thaw
the frozen samples and mix them thoroughly before use. Dilute samples immediately before the
assay.
® \When a serum separating medium is used, check previously if it works.
® Hemolyzed or hyperlipidemic serum samples are not suitable.
® Turbid samples or those containing insoluble materials should be centrifuged before testing to
remove any particular matter.
® |f presence of an interfering substance is suspected, examine with a dilution test at more than 2
points.
® Before starting the assay, dilute samples 5x in test tubes (PP or PE). Multiply the assay value by
this dilution rate (5x) in calculation.
m\Worksheet example
Strip 1&2 Strip 3&4 Strip 5&6 Strip 7&8 Strip 9&10 | Strip 11&12
A 30 pM Sample 1 Sample 9 Sample 17 Sample 25 Sample 33
B 15 pM Sample 2 Sample 10 Sample 18 Sample 26 Sample 34
C 7.5 pM Sample 3 Sample 11 Sample 19 Sample 27 Sample 35
D 3.75 pM Sample 4 Sample 12 Sample 20 Sample 28 Sample 36
E 1.88 pM Sample 5 Sample 13 Sample 21 Sample 29 Sample 37
F 0.94 pM Sample 6 Sample 14 Sample 22 Sample 30 Sample 38
G 0 pM Sample 7 Sample 15 Sample 23 Sample 31 Sample 39
Positi
H CZilt:éT Sample 8 Sample 16 Sample 24 Sample 32 Sample 40

10. Assay procedure

+ All reagents should be brought to room temperature before use.
+ Allow the 96-well plate to reach room temperature. Remove the cover sheet of the plate.

(1) Wash the Antibody-coated Plate by filling the wells with washing buffer and discard. Repeat the

wash and discard steps 3 times (*D), then turn the plate upside-down onto several layers of paper
towels to remove residual buffer in the wells.

(2) Pipette 50 pl of standard solution to the wells designated for standards.
(3) Pipette 50 pl of diluted sample to the designated sample wells (5x dilution is recommended).

—6/19—




(4) Shake the plate gently on a plate shaker (*@).
(5) Stick a plate seal (*@) on the plate and incubate for 2 hours at 20-25°C.
(6) Discard the reaction mixture and rinse wells as step (1).
(7) Pipette 50 pl of Biotinylated Anti GLP-1 Antibody Solution to all wells, and shake as step (4).
(8) Stick a plate seal (*@) on the plate and incubate the plate for 1 hour at 20-25°C.
(9) Discard the reaction mixture and rinse wells as step (1).
(10) Pipette 50ul of Peroxidase-conjugated Sreptavidin Solution to all wells, and shake the plate
as step (4).
(11) Stick a plate seal (*@) on the plate and incubate for 30 minutes.
(12) Discard the reaction mixture and rinse wells as step (1).
(13) Pipette 50 pl of TMB Solution to wells, and shake as step (4).
(14) Stick a plate seal (*3) on the plate and incubate the plate for 30 minutes at 20-25°C.
(15) Add 50 pl of Stop Solution to all wells and shake the plate as step (4).
(16) Measure the absorbance of each well at 450 nm
(reference wavelength, 620 nm) within 30 minutes using a plate reader.
*Refer to the page 10 for notes of *@,*@ and *®@.

_ = 2

11. Calculations
(1) Prepare a standard curve using paper by plotting 3
readings of absorbance* (Y-axis) against values of
GLP-1 concentration (pM) on X-axis.
*Absorbance at 450 nm minus absorbance at 620
nm.

(2) Using the standard curve, read the GLP-1
concentration of a sample at its absorbance*, and
multiply the assay value by dilution factor if the
sample is diluted.

Abs. 450-620nm

* In case the absorbance of a sample is higher than 0 ° 10 GLij (oM) 2 % %
that of the highest standard, repeat the assay This standard curve is for the purpose of illustration only.
after proper dilution of samples with Buffer Solution. The readings of absorbance may change due to the assay

- The use of a 3rd order regression curve for log-log environment.

plot or 4 or 5 parameters method for log-normal plot
in computer calculation is recommended.

12. Performance characteristics
e Assay range
The assay range of the kit is 0.94 ~ 30 pM (for 5x dilution of sample, 4.7 ~ 150 pM).
If some samples show absorbance more than that of 30 pM standard, repeat the assay after proper
dilution of samples.
e Precision of assay
Within assay variation (2 samples, 5 replicates assay) mean CV is less than 10 %.
e Reproducibility
Between assay variation (3 samples, 3 replicates assay within 4 days) mean CV is less than 10 %.
e Dilution test
Two plasma samples were serially diluted by 3 steps and assay was performed.
The dilution curves showed excellent linearity, R’= 0.999.
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13. Troubleshooting
e Low absorbance in all wells

Possible explanations:
1) The standard or samples might not be added.
2) Reagents necessary for coloration such as Biotinylated Anti GLP-1 Antibody Solution,
Peroxidase-conjugated Streptavidin Solution or TMB Solution might not be added.
3) Wrong reagents related to coloration might have been added. Wrong dilution of Biotinylated
Anti GLP-1 Antibody Solution or Peroxidase-conjugated Streptavidin Solution.
4) Contamination of enzyme inhibitor(s).
5) Influence of the temperature under which the kits had been stored.
6) Excessive hard washing of the well plate.
7) Addition of TMB Solution soon after taking out from a refrigerator might cause poor coloration
owing to low temperature.
e The absorbance of blank is higher than that of the lowest standard concentration (0.94 pM).
Possible explanations:
Improper or inadequate washing.
e High coefficient of variation (CV)
Possible explanation:
1) Improper or inadequate washing.
2) Improper mixing of standards, positive controls or samples. (Frozen sample should be
agitated sufficiently.)
3) Pipetting at irregular intervals.
oQ-1: The plate can be divided to use 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 immediately.
eQ-2: What is the liquid in 96 well-plates found when the box is opened?
A-2: When 96 well-plates are manufactured, a preservation stabilizer is added to the wells.
¢Q-3: When samples are thawed, a cloud-like substance appeared. Does this influence the
assay?
A-3: It may lower the assay results or be out of the detection limit. When adding aprotinin and
heparin together, fibrin may appear in samples. Raise the heparin concentration or use
EDTA-2Na.
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14. Summary of assay procedure and a check list [ : Use as a check box

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

[1Bring the well-plate and all reagents to 20-25°C. It will take about 2 hours

[JWash Solution must be diluted 10 times by purified water of room temperature (20-25°C ) to prepare
washing buffer.

[IMake GLP-1 standard solution : Add the volume of purified water stated in a separate sheet, shake
and dissolve it completely(GLP-1 standard solution, 300 pM).

[IPreparation of diluted GLP-1 standard solution:

Concentration (pM) 30 15 7.5 3.75 1.88 0.94 0
GLP-1 standard solution (300 pM) (ul) 50 120* 120* 120* 120 120 }/’ 0
Buffer solution () 450 120 120 120 120 120 120
*One rank higher standard.

Precautions & related info

[J  Antibody -coated Plate
After removal of washing buffer,

O |Wash 3 times (*D). dispense the next reagent
immediately.
] Diluted Samples/Standards 50 pl
0 |Shake (*@) , incubate (leave to stand still (*®)) for 2 hours
at 20-25°C.
0 Dilute Biotinylated Anti GLP-1 Antibody Solution 100 times | Dilute reagents during the first
by using Buffer Solution reaction.
After removal of washing buffer,
O |Wash 3 times (*D). dispense the next reagent
immediately.
Biotinylated Anti GLP-1 Antibody Solution 50 pl
1Shake (*@), incubate (leave to stand still (*®)) for 1 hour
at 20-25°C.
0 Dilute Peroxidase-conjugated Streptavidin Solution 100 | Dilute reagents during the
times by using Buffer Solution. second reaction.
After removal of washing buffer,
O |Wash 3 times (*D). dispense the next reagent
immediately.
Peroxidase-conjugated Streptavidin Solution 50 pl

|Shake (*@), incubate (leave to stand still (*@))
for 30 minutes at 20-25°C.

After removal of washing buffer,
|Wash 3 times (*@). dispense the next reagent
immediately.

O

TMB Solution 50 pl
1Shake (*@), incubate (leave to stand still (*@)) for 30
minutes at 20-25°C.

Stop Solution 50

lShake (*@). Shake the plate immediately

Measurement of absorbance (450 nm, Ref 620 nm)

O Ooo0g o O™
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*(After dispensing washing buffer to wells, shake the plate lightly on the palm for 10 sec and
remove the washing buffer. Guideline of washing volume: 300 pl/well washing buffer is added
by pipette. In case of using an 8 channel pipette, the back ground sometimes tends to be high.
In such a case, increase washing frequency from 3 times to 4-6 times at the constant stroke
after the reaction with HRP-conjugated Streptavidin. Recommended flow rate for a plate
washer: 5-25ml/min.

*@Guideline of shaking: 600-1,200 rpm for 10 seconds x 3 times.

*@The plate should be sealed during the reaction. Peel off the protective paper from the seal and
stick the seal on the plate. Do not reuse the plate seal.

15. Assay worksheet

1

2 3 4

1

12

o|lO|m| >

I | || m

[Storage condition]  Store the kit at 2-10°C (do not freeze).

[Term of validity]

6 months from production (expiration date is indicated on the container).

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://www.wako-chem.co.jp

FUJIFILM Wako Chemicals U.S.A. Corporation  FUJIFILM Wako Chemicals Europe GmbH

1600 Bellwood Road
Richmond, VA 23237

USA.
Telephone : +1-804-271-7677
Facsimile +1-804-271-7791

http://www.wakousa.com

Fuggerstrasse 12

D-41468 Neuss

Germany

Telephone : +49-2131-311-0
Facsimile +49-2131-311100
http://www.wako-chemicals.de
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1EREMN
AE¥yrETHR, 5vk GLP-1(Glucagon Like Peptide-1)ZEEMIZAIET 5= DY Ry FEEER
FIEBIEETT  AXYNIARDHIZTHEATILY,

22XV DREFLERMR

FUbE 2~10°CTREFL TSV CRFERE) . CORFEEHTTERIMNIEEANS 6 1A FHEDIAN
IVIZREE) FTRRETYT . BNHRDBE-HEEIHEALLGEOTTEL, BAHLEZRHEICIDEELT
T REREBICKYEZEEZ T OAREMEAHYFT DTRODCEREHELES .

3RIERE

AEyMIAZER, FRBRAER GLP-1 fAERE<Y /0T —b TP T FaR—bLET, 2
BREIDA ¥ aiR—ar bikigk, EXFUREH GLP-1 JilAZ A 1 Bif( Fa~—tFT . BE
DFE&EER RIVAF T —E - TED EEWEMZ . BiEaNT= GLP-1 £&1I230 A Fa~"—kLFE
T iR E. DIIVICESTRILA XA —EEHREBR(TMB) ERISSEET , RIGCIKEEEDBRD R
INcELESh, RISOBERAC-EEOEYD 450nm (BEEE 620nm) THEBIEINET, BIAET
GLP-1 EEICIFIZEAILET  ZERBEITHLTRNAEET OV 5 ETZEEMEIMES N, 2D
EERREF->TRARADOERENRESNET .

43 ¥EEE

@K% Yh L ELISA ZDFHELZ R TLI-A. FHIIEEED T TIHEATSL,
RAFAEECRAET AERICIEER YT T IREDBRMENRELLANTHERATILY,

Q@ EHEHRICATYMEEDIZFR, RIS, RERBRESFICDITTTSL,

O EEEFEITMHTROTTEN, AFvhORENR-T, B, OO, EEZICHELIGEEE
BIZKEKTREAITEVNFTEDLELEEITV. RELSSEEMOF U TERTTTEL,

@ AT UEFERALTULAIGFACIEER B OEIEE LIV T TELY,

QRIKIIRLEDEREAHIEDELTHRMEELTHYFE S TTEIN, AXYNIEFMHEDRHES
ATVEYS,

O EAFAHDBRIK, FALISHEZERFL 1%LV, 2% ILEA—ILT7IILTEREE 0.1%UEDR
WIEREET MY LBERIC 1 BRI LERTTRSWD, FEA—rL—JBENEL TEELTTIL,
FERALIERERCRERADERBIIERE DR E L VIR B D ES M- TREELTTILY,

O FEBIOTERYTAUT LENTTEL,

@O VFEEMESHELILRE THELLENTTEL,

OERTYIT TOMBRICHICIX. VIILOE. BYDEA BEDRY. HEHEDOEREMLT S
B T TL— I —ILEBESTTELY,

O@ELISA EFACREBICKYEEEZITET, AIERE. BERICHFDER: 20~25°C(EBELF
T2IEAFAR—FREE) FESFLTT N, F£o. T7AVEEIZED RN HSIRET TORITE (BE
0.4m/FLLE) X KR EIRE T TORITE GEE 30%KiH) (LT TTFSLY,

5. \BEL&

B OB & K RE 5=
296-75511[FLAEHE 96 Y T)LTL—k SiRER 96 wells(8x12).71 #&
293-75521|GLP-1 1Z# & BEARRE 1R
290-75531[#E &K ZTDFEFER 60mL.~1 &
297-75541|E A FUAEE L GLP-1 Hiulk FREER 100uL/1 &
294-7555 NILA F LA —E-TEDUKEEN FREER 100uL/1 &
291-75561|FEi& (TMB) ZTOFFEER 12mL.1 &
298-7557T1|RMELLE  XEREE ZTOFEEER 12mL1 &
295-75581iEHEHE R &R(% 10) FREER 100mL.~1 &
292-75591FL—k—IL 415

EikERBAE 1 %8
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6. /SN TVELARELGHRE OFvyURE

OFEUK (FREK) DEZEREFRARRBRE DR EFERAASRBZE ARV E—E—h— )
OF YT IBBIE RV (ELMETFYT T 10uL ZEEICERYTUTTEZLD . KU 100~500uL %
FERICERYTAUTTEDLM) EHENEER YL, 50uL 85 ETESEM OR—/—4FILE
DEIKED HBED GEEEBIZTU—NIFET=-RETYERC)

O#E#828 (Vortex 447) O<A420TL—MRESES (#3600~1,200 rpm)

096 HT)LTL—rEESEHE (BNEFELLY) F-IEESHEY 096 YTILTL—R)—4—(450 +10
nm . 620nm:600~650nm) OF—45tHEAYI+YITT

7. D

* oy hDORFETFEA LT ER (20~25C) IZRLT TSN (2 BEA B LT ),

*5 CIZOFEERIEHIALEITEB LB TDFEORETHERATEETT, [FREFEAIEHHELDIC

DVWTIETEEDEBETHAELTTIL,

* BIE ISHBE ST REZFRLTTSUN,

(BB - ZEEE]

[GLP-1{E#&]
GLP-1 {ZERICHIFMEHEDHFRKEFMLTHR ITEBLTELITAMREL, Z25% (300pM) 12
SREELET  AZHER (300pM) & T e R D LS IR ERTHIRL T, 0. 0.94, 1.88. 3.75. 7.5, 15, 30pM
DIZERERHLET,

BERRDBE RrE® REEM EE(pg/mL)

EAEFR(300pM) 50 uL 450 uL 30 100

1Z#E5% (30 pM) 120 pL 120 pL 15 50

15 pM &% 120uL 120 uL 75 25
7.5 pM &K 120uL 120 uL 3.75 12,5

3.75 pM i&i& 120uL 120 uL 1.88 6.2

1.88 pM /A& 120uL 120 uL 0.94 3.1

0 pM(Blank) 120 uL 0.0 0.0

[EAF#EEI GLP-1 1K)

100uL ZFRAH I TEDEFTRMLTOET, #BERT 100 FIHRLTTSLY,
[RILFFIE—E - FESUFEEY]

100pL NP MTELELTIRHELTOEYT , BEE T 100 EIZHFRLTTEL,

[BfEdkis&(x10)]

EERER (X 10)ZERIESNIFEEIK GEREE/K) T10 fEIZHFRLTT LY,

511: 100mL D iEfEHE SR (X 10)+900mL DFERIK (FREEK) (96 VI ETHFERT HIHE)
[BEOREHLETHE]

EiAEAEE 96 9L TL—k

REACHEIREE R IRE T —ILEFIN L TUOELYIABFRIERA N v T ERIBED v TS — )Ly
SIZRL, FDFEE 2~10°CTHRELTFEL, EVHBERNLEEERLET,

BGLP-1E#5

FUrERBEILTERT AL, BRELEZEYDORERIEERICRIGEVTELIZEEZ LoAMY LD, 2~
10°CTHREFLTTEL, RN EEEZREFET . ARL-SZEBRRILELIFERAL. REELE
WTTFELY,

NEEE RU EFERBETMB)
—HOBEREERTIREDEEFLYDLEHDEFFDBRFITHL. BRYEERICRIGVLTESLICE
#LoMYE®D. 2~ 10°CTRELTTSL, AUMHBEREEREFELET .

HEAFUHEER GLP-1 ik BU BRIA TS —E-FEDUEEW

FUrEREILTHERT ARIEFIREIABELSYRYELAFRAZL, BYORRIIERICRSLVTE
BIZEZ LMY LS. 2~10°CTRELTT L BHHIRNLEEFREF T FRKYDFEREHS
RITBEELTTSLY,
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B RGEL#E

FERBRYEREFETIEEIE. EXLoMYERD ., 2~10°CTRELTTEL, BEAENZEHEHRLE
j-o

WEEESR(x 10)

EHERER(X 10RETHEEE. EXLoMNYERD. 2~10°CTRELTTSL, B3HBRAREHE
REET, FAKYDFHFREASRFRITEZELTTIL,

8Hif LDEVF

ORIALAZEICFHMARESLNESITREDIFTTFE 1 VISl FYTOTHEREESBHLE
j-o

OHRERIT 96 VIILTL—MERATIETIKIZFEOF ITEVEFREZATT AEBFTTRELT
TELY,

O RILFILRIIERT HETIIEBETY,

X (N ]

ORAERIICIRE T B, 35 CUT TOEBRETHRELES  BYRLOERERAEE BT TT
S EFELRRIERE T S ERTCAREL TS CHEBLTTE, -, BRIAOFFITARKARLLTT
a,

O 5N BHR RIS £ AT ST ERHEREL TTIL,

@ 3L -BIEkCEEEREIEHAVTTIN,

@B RUTEMOD HHBRIKTE DD BSE TREZBEICAVTTEL,

O UEMENEENTEHLLMEIRL, A—RIKIZHE T, B45 2 RV UL O ERETHARERIES
FEELTTREL,

ORAERRT BIBAL. HOALHRERE (PP. PE) AV CRERTERLAEY TILIZHELT
T&EW, iZEBIEETIE 5 EHRTY,

J—453—k ()
Strip 1&2 Strip 3&4 Strip 5&6 Strip 7&8 Strip 9&10 | Strip 11&12

A 30 pM Bk 1 K9 IR 17 A 25 1K 33
B 15 pM B®iK 2 K 10 A 18 ik 26 HRIK 34
C 7.5 pM K3 B’A 1 &K 19 &Ik 27 11K 35
D| 3.75pM RIK 4 K 12 HR{A 20 ik 28 H’RIK 36
E 1.88 pM K5 ik 13 ik 21 Ak 29 1K 37
F| 094pMm 1%k 6 K 14 Tk 22 14K 30 14K 38
G 0 pM BIKT ik 15 TRk 23 ik 31 RIK 39
H| /R>av L] 1K 16 1K 24 IR 32 A 40

10. 2B 4EE

I ERFE IR BRI RICHIET AHELRE>THELTTSLY,

REERIETL—rOL—IUE, TL— TS ICEBIZR>THDRIALTTEL,

(1) REREET. HboNLHRARLESEFRERVITILISHEREL, SEMESE D) LET, TDEH. R—/
—BANWEED ETTL—rEFSIZL, BLNEDIFTBRIICLTIINVITE S RERYBREET,

(2) ZERBIEYTIVICKBEDZERKZE 50uL T OMELET .

(3) BRIKBIEVTIVIBERCTHERLEFRBREE 50uL 305 ELFT EERMERIL 5 BHFRT
EDN

4) R4 TL—MRESHEELZAVTERFQ)LET,

(5) TL—h—ILEBEY Q). EiB (20~25°C) T 2 BEIEBELE T,
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6) RISHETH. RIEREB TRESRERSITIVISHEL. 3 EEFFDILET ., TDHE., R—/—4F+
WEED ETTL—EFESIZL, BLMNEDIFRLSITLTI DIV -BERYBREET,
(7) B ITIVIZEXFUEEH GLP- 1% 50uL 3§05 ELFET, x47ATL—MRESBEEZAL
TEBEQILET,
(8) FL—ho—ILEIEUD)., EiB (20~25°C) T 1 HIFELET .
(9) RIGERTHR. REBRERTRSREEITIVIZHERL 3RS D) LET ., ZDH. R—/—4F )L
BEDLTTL—IEHSICL, BKMNEDFBESICLTHOTILIC K T=RERMYKREET,
(10) EITIVIRIVAFIE—E-TEDUIEEYE 50uL FOMELET v1U0TL—MRESEH
EERVWTHEREDILET,
11D FL—bo—ILEFRY Q). iR (20~25°C) T 30 HHERELET .
(12) RIGET#. REREBR TEHRESVIIVIZHEREL 3 MESEED)LET, T0H%R, R—/—4F+
WEED ETTL—FEFSIZL, BMEDIFTAELSICLTOIIVICERS=RERYBREET,
(13) £EOTIVIZHEBEE 50ul FOMFELET . MU0 TL—MRESBLEEFRANTIERE Q) LE
ERD
(14) FL—bo— L EBYQ). FiB (20~25°C) T 30 SMHEFHELET

(15) &I TILIZRIGELLHKE 50ul. 3255EL., REBREEEIELET,

(16)#E# (+x@) B4 /OTL— AR KNEETT 450nm (BFE 620nm) TOREETRELET . Bl
SERIE 600~650nm DEHETHEATEET,

(x@). (xQ), (xQ) BIEFIBMEE ST,

1L.EE

WA EITIZEMBEFELET . X BAZERKEE

(M), Y EiD IR E DIZERIRYT ST7EMERLTTSLY,
(QIZHEHIRELY . FRRADOBEAEICHET EEEQEMZE

SEHEYVET, KA REITRIRFEIRE (B EREET

1% 5 B ERCAEMBELET,

* RAO R EHNIZEHRBRAELYNNIZBEXOB

FRICCOELERICHASELEENEEERELTTSL,

* JVE1—4YINTOEENETIE, 3 RLIEK. 4 F=

& 5 1ISA—A—DERERBOHLET,

w

N

N

Abs. 450-620nm
- o

o
o 3]

10 15 20 25 30

0 5
GLP-1 (pM)

125y DEEE
@ BIEFaEH
0.94~30 pM DEFE TAE TEET , FRHEIEIFE 5 f5FHR:4.7~150pM)
OHEESR (T v/ NEE) (5 FAIE. 2 1&iK) 4 C.VAEIX 10%KiH
OFIRMHR (T t/HEE) (3 ZAIE. 3K, 4 BRE) T C.VIEX 10%KE
OFFRERME

2 MR AL BRI SR IRARER T4 BEARUAIEL -, BHEEROD R2(E 0.999 TLT=,
18.:5T NV a—T12 7L Q&A
O T RTOYIILTHREHFE
ATREARFAERR
DIZERPOBRAD AN,
2)REIZEET IHEREDANEN,
3) R EICEIET SHIESROMYER CRRANTE.
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4)EERAEFDEA
5) FYMREREDFE CERELIZES)
6) TL—rDBRIL %,
7) FEEDBEEIMEN-T=,
O 5/ MEEERTRIEE (0.94pM) M OD {ELY TS24 OD {EN =LA S,
TTHESARIR - -+ SEEATEY ., FELTHO1=
O LEENRE(CV) HAKRELY
Gl
DikENTELY, FEETH o1z,
) IZEMPCEEME. T ERADEELT T ThH o= CRIERERDEHEIRE ST TTELY),
3) ERYTAUTIEEN—ETIEE I o1,

Q-1
A-l

Q2
A2
Q3
A-3

FIMNMIRDEILTHERTHIENTEFTTM?
TCEET, TL—MIBEon=-FBRAL—ILERN) YT ORI F>Thys—aETHY LTS

FRATIVD, FRALENIL—ME—ILE - RETAREICEELTTELY,

TL—rERYHLIZo D TILOFRISRIADS A>TVEL =AM T A ?

(RIS RFRERDFELTHYET

RRIAERD LBV EVLERBBIAHYEL-AREICEELAHYFTH ?
WENHARIREMLHYET  AEEIMECHTY, BIETRUTIZESSEENHYET

BI7TOF o RmMURBERIEL TANNY U EERLEE . 7470 DT AEI SR
REEABYET . AW DERREZRLTIES . EDTA-2Na O Z{ERZTHRETTELY,
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14. AEFIEMELF VIR
WP EERERBAEE —HL TRIASE. AR &Y. AEAEOTFERE. AIRIREEZTOTTSL,

O SINLTL—b, AEEEZFTHICER(Q0~25C) IZRELTTF L, ERbICIF 2 BREGMLETT,

O RBEEEEOFR  EBEINBEKT, 10BIZFRLTTSL,

O fZEROER (GLP-1ZERICHMEHEORIKERML ., TLITHERE L TIZEERK (300pM) %
ERLET, &5ITHEEER (300pM E B ERCTHIRL T, 0. 0.94, 1.88, 3.75,
7.5, 15, 30pNDIZEREERLFE T,

BREEM) 30 15 7.5 3.75 1.88 0.94 0
;fﬁ FZ#ER (300pM)(uL) Ei#&: 50 120* 120* 120* ]/’ 120* 120* 0
Bl fRERuL) 450 120 120 120 120 ]/' 120 ]ﬁ 120
*: D EDBIREDIRER]
BIRMETEEE
O #HEEHEEs 9TILTL—k
O L#%sE (xD) REEBRER. BSICROBEME
O HPUREEIT4EHE GLP-1 5% 50uL
O #E#(+Q). =B (20~25C), 2 BERMG. #E&(*Q)
O EAF &R GLP-1 fkOAR BRBEORWILE—RIGHI=1T5
ERIESI-EERT 100 EIZHERLTT S,
O #%%s3@ (x@) PEETERER. BHICROBES T
O EAFU#aH GLP-1 5tk 50uL |
O #E#(xQ). =B (Q0~25C). 1EERIE. FH#E(xQ)
o ARSI - TEIAEANOFRR BREAOBUAE RIH(=T >
FRIL SN-EBERT 100 BIZHRLTF LY,
O %%3@ (xQ) HAETRER. BELITROBEST
O RFFIHF—E - FESUEED 50pL
O #E#(xQ). =EB(20~25°C), 30 HERG. &E(xQ)
O l&%%3E(xD) PRTRER. BEbICREENT
O HRE®(TMB) TMBAEREINTWSI L EHR 50pL | ik, BEICKUERICER
O #E#(xQ). =B (20~25C). 30 HERIG. §#E (xQ)
O KGR GREEECOSIIKER 50pL k. BEICLYEBRICES
O \ER(xQ) Eb(Es
- R =0s O BIRRETL— FREOFNEE
O ESEERE (EKE 450nm, FIEE 620nm:600~650nm) v ulES

(x@) FEABISESERZEVIIVIZHER. FOULDLTIOMEFEEEGRYBEELET ., 3 EERES
B, R=I—FF W EIZTL— b E#HFSITLTMERSFRETLIBRELET, HFRBRERD
ERICIELTRDBREELICHELET, RFREERY FTHEMT IBOREERIE
300uL/ Y ITILTY, A—. B/IMEERHEEEO0.94pM®D OD fEL Y TS5 9 OD ENEL 55
BRIIRAED 1 DE LT, RLAFIF—EEEME RIGEDE SRR 3 BZER CHET 4
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~6 BlIEOLTTFE, T— M CHERDESDEHNB R 5~25mL- 5 (/ AILDE
ICKYERYFEY) TY, E—REEDOYEIOREDHITILEDIALE STEELTTSEL,

(%) #E#HOBEZIE 600~1,200 rpm-10 #/E. 3E,

(xQ) HHBRTEHEIL—F—ILZBYHBELTTSL,
TL— Fo— LT RERERN LT, HBEEIL— FMUICLTRY T TTFSWL, —EFEAL
=T L— o= ILIEBERALBZVTTIELY,

15.7—92—k

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

H

(RIE4)

(FrE]

(RIEHE) G:l=D
(v bOoy FES] (A=HARR]
(&%)

HERFETT
BT 74)VL M ERNSHT
ABRTHFRXEEII=Z=TE1&25
Tel : 06-6203-3741
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