FUJIFILM

For Research Use Only

GLP-1 ELISA Kit Wako,
High Sensitive

Code N0.299-75501

Please read these instructions carefully before use.
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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.

® |n 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 pl/1 vial
Peroxidase-conjugated Streptavidin Concentrated
294-75551 Solution Use after dilution 100 pi/1 vial
291-75561 | TMB Solution Ready for use 12 mi/1 bottle
298-75571 | Stop Solution Ready for use 12 ml/1 bottle
. Concentrated
295-75581 | Wash Solution (x10) Use after dilution 100 mi/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

[JPurified water (distilled water).

[ITest 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 .
[ISyringe-type repeating dispenser like Eppendorf multipette plus which can dispense 50 pl.
[JPaper towel to remove washing buffer remaining in wells.

LIA 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.
[JA 96 well-plate reader (450 nm £10 nm, 620 nm ( 600-650 nm)).

[ISoftware 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 Congcentration Concentration
(pM) (pg/mi)

GLP-1 standard solution (300 pM): 50 HI 450 pl 30 100
30 pM solution: 120 pl 120 ul 15 50

15 pM solution: 120 120 ul 75 25
7.5 pM solution: 120 pl 120 pl 3.75 12.5

3.75 pM solution: 120 pl 120 ul 1.88 6.2

1.88 pM solution: 120 pl 120 pl 0.94 31

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.
mWorksheet 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
Posii
H CZ?::_\;T 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).
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(4) Shake the plate gently on a plate shaker (*Q).
(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 50pl 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 (*®) 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 *@.

11. Calculations
(1) Prepare a standard curve using paper by plotting 3
readings of absorbance* (Y-axis) against values of 25 |
GLP-1 concentration (pM) on X-axis.
*Absorbance at 450 nm minus absorbance at 620

Abs. 450-620nm
-~ &

nm.
(2) Using the standard curve, read the GLP-1

concentration of a sample at its absorbance®, and s /

multiply the assay value by dilution factor if the ’ ’./’/

sample is diluted. 0 ‘ ‘ ‘ ‘ ‘ ‘

+ In case the absorbance of a sample is higher than 0 ° 10 GLP_115 oM) 20 » %
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

environment.

+ The use of a 3rd order regression curve for log-log
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.
eQ-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.
oQ-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.

[JBring 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 (ul) 450 120 120 120 120 120 120

*One rank higher standard.

Precautions & related info

0 Antibody -coated Plate
After removal of washing buffer,
[0 |Wash 3 times (*). dispense the next reagent
immediately.
0  Diluted Samples/Standards 50 pl
0 1Shake (*@) , incubate (leave to stand still (*)) for 2 hours
at 20-25°C.
O Dilute Biotinylated Anti GLP-1 Antibody Solution 100 times | Dilute reagents during the first
by using Buffer Solution reaction.
After removal of washing buffer,
[0 |Wash 3 times (*). dispense the next reagent
immediately.
[J Biotinylated Anti GLP-1 Antibody Solution 50 pl
0 IShake (*©@), 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,
[0 |Wash 3 times (*). dispense the next reagent
immediately.
[0  Peroxidase-conjugated Streptavidin Solution 50 pl
0 1Shake (*©@), incubate (leave to stand still (*3))
for 30 minutes at 20-25°C.
After removal of washing buffer,
O |Wash 3 times (*D). dispense the next reagent
immediately.
(1 TMB Solution 50 pl
0 |Shake (*©@), incubate (leave to stand still (*@)) for 30
minutes at 20-25°C.
(1 Stop Solution 50 pl
O |Shake (*@). Shake the plate immediately
[J Measurement of absorbance (450 nm, Ref 620 nm)

—9/19—




*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 5 6 7 8 9 10 11 12

m|o|O| m| >

-n

H

[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 Fuggerstrasse 12

Richmond, VA 23237 D-41468 Neuss

USA. 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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1LERB/M
AFXUMEITIR, Fvk GLP-1(Glucagon Like Peptide-1)ZEE2MITAIET D= DY Ry FEER
FEREETT KX YMIMAEDAIZTHERATSULY,

25y DREFLERRAR

FyhlE 2~10°CTREL TT SV CEEEREE) . CORBFEEE T TIYNIEER NS 6 hA (BHFEDOIAN
IZERH) EFTERETT . AVHROBEEREIFEALGENDTTEIN, FAFLEEHEICDEFELT
X, REREIZ LY ELZ T AAREELNHYET D TRO D HERAZHRELET,

3R

AFUMIAZLES . FFRREEN GLP-1 HlABERRIEI(/aTL—bITILRTIOFa_R— N FET 2
BEOA FaR—2ar bk, EXTFUESH GLP-1 iffE A 1 B/ FarR— N FT . BE
DikFEEHR. RIAF I —E-TEDUHEEWMEMA ., STz GLP-1 £&3(230 A2 Fa~X—LFE
T, iRE. VIIVICE ST RV XIS —EEFHEBR(TMB) ERESEET , RICITEEDBRD R
moELEh, RISOBREC-EROEDH 450nm BIKE 620nm) THEBAIFINET, WRET
GLP-1 EBEICIFIZLBILET  ZERBREISHLTRNEEZ T AV 2 ETELMEMNES N, 2D
TERE F > TRIBRAPDEENRESNET,

4FBEE

@ AT YhE ELISA ZZDHHEER TLI=A. X EEED T TIHEATILY,

RAFERFCRET DRICIFER YT IREOBERENRELIZANTHEATILY,
QHEFHNICART MBI TR, IREE. RERBREFIZDITTTILY,
@FHEEEFEICFHFEOTTIN AFVEDRENE-T, B, O B0 EEFICMHELIEEETE

HIZKEKTREATEDTRTZDICRNEFTV . WELSESEEMOF L TEZITTTSL,

O EAF VN EHAL TV SIS TIIMRELEIEE LA T TS,

ORIKITREDBIEEAHDEDELTHESTELTEYESTTEW KX YNIEYMHREDOE S ZE
ATOETS,

O FRAFADBIF, FALEEREREFT 1%RILIU . 2% T ILE—ILTIILTEREIE 0.1%L DR
HWIEREET MDY LIBRIC 1 BRELLERT TSV, FEA—ML—T BENELTEELTTILY,
FERALEHERORFERAOEREIFFERRORE LU B ESIZH#>TEELTTILY,

@HFEHIOTERYTAUT LIEWNTTSELY,

OOYNEENESHELILEE THEDHELTTSEL,

OBRATYI THOHERIGHIZIZ. VTILDEE. EMOEA. BEDRY. »EREOERKEHLTS
BT TL—R—ILERESTTELY,

OELISA ATBIEREICKVFEEZITET, BIFRE. HERISIHEAOER:20~25°C (REBEAE LF
I EA o F 2R—ARERE) ZBSFLTT SN, T, T7AVREICEDRD HHIRE T TORIE (RE
0.4m/FhLLE) O AMEEERE T TORIE GRE 30%35H) (TRHTTTELY,

5. L&

B OB M@ N A E
296-75511{FLAEE1E 96 D TILTL—hk AR ER 96 wells(8x12).71 #
293-75521|GLP-1 24 & BEAERE 1R
290-75531[#& & ZTOFEFEFEA 60mL."1 &
297-75541|E A F#EEH GLP-1 Hilk FREER 100uL/1 &
294-7555 1N ILAF LA —H -TEDUEEED AR 100uL/1 &
291-75561FEBi& (TMB) ZTOFEEFEA 12mL/1 &
298-75571|RIHEIEE  XEIEE ZTOFEFER 12mL~1 &
295-75581 | EEi% (X 10) FIREER 100mL.~1 &
292-75591[FL—k—IL 415

EikERAAE 1%B
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6.AMEINTIVELWARELZRE OF vy R

OFESEK(GREK) DIZEERRERARRE DRFRFRANSABRE ARV F—-E—h—}h)
OF v T ZBBE Ry (ELMETFYT T 10uL ZEHEICERYTA2 I TEDL0 ., RU 100~500uL #
EREICERYTAUITEDLM) DEHRSFER YL, 50uL ZEHENETERL0D OR—/—4F L
DEKEDHDED GBIz TL—MIBE-ST=HmEIRY KR

O (Vortex 247) OX4A4907L—MMRESSS (5 600~1,200 rpm)

096 9T)LTL—rRESHE (B EFELLy) T-IEESEY 096 YTILTL—R)—F—(450 £10
nm . 620nm:600~650nm) OF—425tERYI+IT7

7T.HEOHEE

* £y DB LFEAIIZN T =R (20~25°C) IZRLTTEL (2 B A B R TY ),

*5. CIZDFFHAIEHIAEIEBLEZTOFFTDRETCHERTEET [FREFERIEHDEDIC

DWTIETFERDEETHRBLTTSEL,

* AEICIHWBELGDTZITRELRAELTTIL,

[BfEsh-HEEE]

[GLP-1 {&#&]
GLP-1 {ZERICHFREE R 2D RFEKERMLTH7 ITIEBLTERISHHEL, 128K (300pM) 12
FEELFET, 1ZEE% (300pM) = FRERD LS ITHEEFR THIML T, 0. 0.94, 1.88, 3.75. 7.5, 15, 30pM
DIEEREERLETS,

BERROBE wER B (pM) = (pg/mL)

E#R(300pM) 50 uL 450 L 30 100

TR (30 pM) 120 L 120 pL 15 50

15 pM i&if& 120uL 120 pL 75 25
7.5 pM &K 120uL 120 pL 375 12.5

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

1.88 pM &% 120uL 120 pL 0.94 3.1

0 pM(Blank) 120 pL 0.0 0.0

[EAFo#E&H GLP-1 k]

100uL 2R DI TEHELZTIRMLTVET  BERT 100 FIZHFRLTTSLY,

[(RILAFE—E - FESUHEESW]

100uL ZFRNPITEDEETIRELTVVET  SBEE T 100 FIZF]RLTTILY,

[BfRES®(x10)]

EEERE (X 10)EERIESN - FEEUK GEEK) T10 fEISHFIRLTT L,

f51: 100mL D ;E#EH%E R (X 10)+900mL DFERK GEREK) (96 VTILETEERT HIEE)
[BREOLFELLTAHE]

BHAERE 96 YT TL—k

REACRRAREZ RS IRETY— ILERIA L TOELVRABERIERAN YT IERRRD Dy To—)Ls 8y
JIZRL. TDFEFE 2~ 10°CTHRELTTEWL BNHBRRLEHEREET .

EGLP-1 {845,

FUrERBILTERT AR, BRBELEEYDRRIZERICRIENTELIZEEZ L>MYEFD. 2~
10°CTREFELTT S, BHHIRAREEEREET . FRLSBREARRLESL IFERAL. REFEILE
WTTELY,

BEEE XU BREKTMB)
—BOBREERATIEEIVEELYDLLEODELFOESEITHEL. BYIEERICRSHNTESLIZE
ZLoMYF®D. 2~10°CTRELTT SV, AMHBERLTEHERLET,

BEFFU#EEE GLP-1 Hilk BRU BRILTFIF—E-FESUEEM

FrEREILTERT ARIEFTEFOABELYRYELERAZL. BYORRIIERICRSGTE
HIZEEZ LMY EFSD. 2~ 10°CTRELTTEWL BDHIRAREREFREFTT , EHAKY OFREH
TRITEZELTTSLN,
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BRI R

FHEEYERETI5E1F. EXLoNYERD . 2~10°CTRELTT L, BHERNLTEEEHELE
_d’-O

WRREESm(x10)

TEEEER( X 1002 RET HI5E8(E. EELoMYER®D. 2~ 10°CTREFELTTIL, BERAREHE
#RE5FET, FRARYDFRESLRFRIIEELTTIL,

8HMLDEV R

O RALHZEICTMYARESHNESITREDIFTTFEN 1 VINA1 FYTOIHEREEEHLE
‘3-0

OFKAKIE 96 VIILTL—HM(ERATIETRFEFEEE (TFVEFREHATT XEBITTRELT
TS,

O RILFILRIFFERT HETHREETY,

9D RS

ORAERHICRET 215E1L. -35°CLIT TOREREEHRELET , BUVRLOEMERMBRLETTT
SN ERELERIRILAE T 2EANIARELTEDHEBLTTEWN, £, RAOFRITARBFANELTT
= AN

O MENBHEERIEFEEAT HRIEBRTRERELTT S,

@ FEML-BFOBREEREEELLENTTSLY,

@AY RUTBENDOHABRFTE DN HECTHREZATIZANTTIL,
OUEMHEDEENTEHLLMRAIL, B—RIKIZENT, B05 2 RA VMU LD FRECHRER TS
HEBLTTSLY,

ORIKEZIRT DIHA L. HOMLOHRERE (PP, PE)EE AV TEER CHFRLUBAEDTILIZHELT
TEW ZEIREETIE 5 EHFRTT,

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

A 30 pM iR 1 K9 iR 17 &K 25 &K 33
B 15 pM ik 2 11K 10 11K 18 &K 26 &K 34
C 7.5 pM 1K 3 iR 11 1K 19 ¥k 27 11K 35
D| 375pM Bk 4 iR 12 11K 20 &K 28 &K 36
E 1.88 pM 1K 5 1K 13 ik 21 &K 29 &K 37
F| 094pM &K 6 IR 14 1K 22 &K 30 181K 38
G 0 pM IR 1K 15 1K 23 A 31 11K 39
H| KR>av 1A 8 11K 16 11K 24 &K 32 &K 40

10 8I5E R 1EE

FHRMEE RO DN RIS ET BRFELAL>THBLTTSL,

REBERIETIL—FDI—ILIE, TU—FRREDIZERICE>THLRIMNLTTELY,

(1) REFRFRT, HODLHRBLIEERERVIIVICHETZL. SEERFED)LET, Dk X—/\
—BAIWIEED L TTL—rEHEIZL, BLMEDIFBESICLTO I E=RERYBREET T,

(2) ZEZBIEDIIVIZKBEDIZERKE 50uL T O0ELET,

(3) BIKBIEDTIVICRERCHERLULFERBRAEE 50uL 320 ELFT GEEREEL 5 BHFIRT
ERDR

4) AR TL—MRESTFREEFRVTERFQ)LET,

(5) TL—bo—ILEFRY Q). ZiR (20~25°C) T 2 BRERFELFE T .
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6) RIGHETH. RIGEEE TRRHRERITIVIZEL, 3 EiEEFFD)LET, D’ R—/—4F+
WEEDLETTL—EHSIZL, BAMNEDFEESICLTOIIVICE T RERYRREE T,
(1) BOIIVIZEFFUESH GLP- 1A% 50uL FO0ELET /oA L—MRESSH/LEZRAL
TEHEQ)LET,
(8) FL—ho—ILEIYQ), FiB (20~25°C) T 1 BEFHELET .
(9) RIGERTHR. RIGRER TESFREEVIIVICHEEL SEEE D) LET . TDH. R—/—4F)L
BEDLETIL—rEHSIZL, BLMNEDFEESICLTO IV RERYBREE T,
(10) FEITILIZRIVLAFIE—E - TESUEEAYE 50uL T O0ELET . ¥R TL—MRESREE
EEAVTHEREQILET,
(11) FL—ro—ILEBRY D), =B (20~25°C) T 30 HEIHELET .
(12) RIS T#HR. RISREETESREEIIILIZERL 3 BEESFDILET ., FD%. R—/_—4F
WEED ETTL—EHESIZL, BMEDIFBEIIZLTI TV -RERYBREET,
(13) BITILIZRBEKE 50uL TOMELET, A0 —MRESBLHELZRAVTER Q) LE
ED

(14) FL—bo— L EBEU Q). B (20~25°C) T 30 SEFHELFET .

(15) &£V IILIZRGELERE 50uL 37 24EL. RERIGEFEIELET,

(16)#8# Q) B~ /OTL— AN NI EST 450nm (BLEEE 620nm) TORMELFANELET, &l
KRIL 600~650nm DEFTCHEHATEET,

(x @), (xQ). (xQ) AIEFIEMELTSBTIL,

1LEE

w

DAEBIREMBEERLET X MMV RERRRE
(M), Y BRI EDIZERMIRT S7EERLTTEL,

I
3

CIRERIREY . FFRAD RN EICHIET HREEMZE

N

FABYFY , A BoT-iREITRIAFRIRE IREIRMEET
[T 5 ) ERCAEEELET

* RO RS ENRERBRAELVNNTHEXORE

Abs. 450-620nm
- @

ERICCELERICSRMLBENEERELTTSL,

* OVE1—4YINTORENETE, 3 RLEK. 4 1=
(&5 /1835 A—3—DERAEEEHDHBLET .

o
o o

0 5 10 15 20 25

GLP-1 (pM)
125y DTERE
@ HIESFH
0.94~30 pM DEF TRAETEET . GZHERIEL 5 SHFR:4.7~150pM)
OFREERR (7Y A NEE) (5 FAITE. 2 #&IK) 5 C.V.AEIT 10%5H
OERMAR (7Y A/MLEE) (3 ZAIE. S/HRA. 4 BRE) T8 C.VIEE 10%KiH
OFREMRME

2 MFARAZ SRR R AR ER T4 BRERRUAEL -, BEfRERO R2(E 0.999 TLT =,
13.55T W a—F145 L Q&A
O T RTDIIILTHRISHEHLY
A RETEARRR
DIFEROBRAED ANT,
2) RBIZEET HREBTRDAN TN,
) HEICRHET AR RDNYEZ CHFFRALTFE,
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4)BRAEXRIDEA,
5)FyMREREDFE (RIELIZEE)
6) FL—tDBEIT %S,
7) RERDREHIMEN ST,
O 5/ MELERTREE (0.94pM) M OD {ELY TS24 OD {ENELEED,
TR RIR -+ SN TEY ., FNELTH o=,
O ZENRE(CV) HAKREL
ATREARIR
D EENTEY, FNE2THoT=,
2)IZEZOEERME. T IIRADENTI D TH o1z CEERADERIEFTEHIToTTELY),
3) ERYTAU T BN —ETIE A o712,

0Q-1
A-1

0Q-2
A-2
Q-3
A-3

FUMMIDEILTERTHIENTEET M ?
(TEFEY, TL—MBEEN=BRAS—ILERN) v T DBIZZ>ThHYA—HETYYRL TS

FARATEN, FARALEWNTL—HEY—ILEBE 1 REE TAREIZREL TTSILY,

TL—rERYH L5 TILOHRITRIAN ASTVEL =AM T A ?

(RIS I REFRERASFTELTHYET
BRAERERNLEOEVEVLETRBREYADHYELDREICHENHYF TN ?
SCENHATIREMEAHYES  RIEEAECHY . BETRUTIZZSHEEAHYES

BIC7TOF U RMLBLEEZIEL TA/RY U EFERALEES . 7470 DA ST
BEENHYET . AN DFEREEZECLTIE . EDTA-2Na O ZERE TS,
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14. MEFIRBELF VIR

D ARG EE — B TRARSM, AIRSM. BIEA EDMHERER., AEREETOTTEL.

O HINLTL—b, HEEEZRSICERQ0~25C) IZRELTT S, =RbICF 2 BREUSVETT,

O BETERoFR BRI FEEKT, 10EIZFRLTTSL,

O 1ZEROER CGLP-1BERICHMEHEDFHEEKERM L., TLITHEME L TIEZ R (300pM) #
FRLET, &oITHZEER (300pM EiEER THIRL T, 0, 0.94, 1.88, 3.75,
7.5, 15, 30pMDIZERFERLFE T,

EEOM) 30 15 7.5 3.75 1.88 0.94 0
;E ZAEK (300pM)(uL) JRi&: 50 120* 120* 120%* Y’ 120* 120* 0
Bl $EEEuL) 450 120 120 120 120 T 120 120

*: D EDBRREDRERR

O #HiEEMEEI 9TILTL—k
O l%%3m (x@)

O FHRBEE-I3EE GLP-1 BK 50pL

O

L##(xQ), =R (20~25C), 2 BRIG, #E(*xQ)

EAF UfEEH GLP-1 fAD&ER
ERIESNIEERT 100 FITHFRLTT S,
1% 3mE (@)

O

EXF UfEaH GLP-1 ik

LR (xQ) . =B (20~25C). 1 BERMG. & (xQ)
RAFLF— - TED UHEEWMOFHR
FRIESNIBERT 100 FISHFRLTTF LY,

| #%3E (xQ)

RVAFRIE—E - TESUHEED

ViR (% Q). =R (20~25°C) . 30 NG, BB (*Q)
1 %% 3 @ (x@)

HAHK(TMB) TMBAERIESIN TV C & 7R
V# (xQ) . =B (20~25°C). 30 AR, EFE(*Q)
RiGFIER  EEEIC DO EEIRER

15 (% @)

SRR (KR 450nm, BIER 620nm:600~650nm)

O OO0 oOoO0Ooooo o oo o

50pL

50pL

50uL

50pL

HIREIEEE

R ER. BEBICRORENT

FRBRORARIFE—RIEPIZITS

HRRRER. BELITRORENT

FBRBRDFELE=RISHIZITS

HRERER. BELITRORENT

ERERER. ELICRBEDE
ik, RECLYERICER

NiFtk. REICKYEBRICER

BEbIHE

BERIZTL— FEEDFNEE
Frow)LLET

(@) FHFBISRFREIIIVIZNTER. FOUVLDOLTIOMFEEURYEELET, 3 EEHKLS
B, R=IR—=FFIEIZTL— b EFSITLTMNERSRERRICRELET, KSRBRERD
HRISCIFELTRDOBREELICHELET . BERZERY bTHRNMT BOEREERIE
300uL/ I ITILTY, A—. MEERZEEO0.94pMD ODfELY TS24 OD EAEL 45
BEIEMRRAED 1 2L LT, NILAF I F—EREMERGEDKEEL 3 @R CFET 4
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~6 EICEOLTTEL, T— FESM CHERDSENDENBRIE 5~25mL 4 (/ AILOE
ICKVELGYFEY) T, E—RIEEDVEDEFDHITILEODIALE ZITFELTTEL,
(x©@) $#EHOBEZRIE 600~1,200 rpm-10 #fE. 3 E,
(*xQ) HEHERTEIL—Fo—ILZRYBBLTTEL,
TL— Fo—LITRERZFMNL T, B EZTIL— MUICLTRRY T TTF S, —EFEAL
= L— b o—LIEBEERALBVTTSELY,

15.9—92—F

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

H

(RIES#]

(FrE]

CRIEE] (RIER]
(v Ay FES] (A=HR]
(&%)

WERFT

SLX7MVL M HEERA ST
RIRMARREEBI=TBH1&25
Tel : 06-6203-3741
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