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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.

® 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 Solution Concentrated 400 /1 vial

Use after dilution

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 pl/1 vial

291-75561 | TMB Solution Ready for use 12 ml/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 [1Use as a check box

[JPurified water (distilled water).

[Test tubes for preparation of standard solution series.

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

[Pipettes (disposable tip type). One should be able to deliver 50 l 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.

[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.
[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 Solution (30 pM)
Make a serial dilution of master standard solution to prepare each standard solution.

Volume of standard solution Buffer Solution Concentration Concentration
(pPM) (pg/ml)
Original solution (30 pM): 120 pl oul 30 100
30 pM solution: 120 pl 120 pl 15 50
15 pM solution: 120 pl 120 pl 75 25
7.5 pM solution: 120 pl 120 pl 3.75 125
3.75 pM solution: 120 pl 120 pl 1.88 6.2
1.88 pM solution: 120 pl 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 Solution
Standard solutions prepared above should be used as soon as possible, and should not be stored.

@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 (1 N H,SO,)
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
Cc 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
H Positive

control 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 (*), 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 (*@).

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 ul 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 (*) 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 *@.

~ o~ o~ o~~~

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
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. 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

+ 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.

Abs. 450-620nm
s

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 L ow 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.
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.
[IBring 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.

[IPreparation of diluted Standard GLP-1 solution:

Concentration (pM) 30 15 7.5 3.75 1.88 0.94 0
Std. GLP-1 solution  (ul) Orig.sol. 120 120* 120* 120* 120* 120* 0
Buffer solution  (ul) 0 120 120 120 120 120 120

*One rank higher standard.

Precautions & related info

[J  Antibody -coated Plate
After removal of washing buffer,
O |Wash 3 times (*Q). dispense the next reagent
immediately.
1 Diluted Samples/Standards 50 pl
0 |Shake (*@) , 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,
O |Wash 3 times (*Q). dispense the next reagent
immediately.
] Biotinylated Anti GLP-1 Antibody Solution 50 pl
0 1Shake (*©@), incubate (leave to stand still (*3)) for 1 hour
at 20-25°C.
O 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 (*O). dispense the next reagent
immediately.
1 Peroxidase-conjugated Streptavidin Solution 50 pl
0 1Shake (*©@), incubate (leave to stand still (*Q))
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
O |Shake (*@), incubate (leave to stand still (*®)) for 30
minutes at 20-25°C.
L] Stop Solution 50 pl
O |Shake (*@). Shake the plate immediately
1 Measurement of absorbance (450 nm, Ref 620 nm)
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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 5 6 7

10

1"

12

m|o|loOo|w| >

M
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[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

hitp://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 hitp://www. wako-chemicals.de
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LERBM
AEXyhE<H R, vk GLP-1(Glucagon Like Peptide-)ZEE2MIZAIET =D Y URMvFEESR
REAEETT . A YMIARDAHZTHERATIL,

2y DRFLERRE

FyhlE 2~10°CTREL TTF SV CEEERE) . CORBEEETTIYNIEER NS 6 nA (BHFEDIAN
WIZEE) FTERETT . AVHBEDOBE-HZIIEALLZOVTTEN, BHLAEEREICOEELT
X, REREIZKYEEEZTHAREELNHYET D TRODHERAZHRLET,

3AIERE

AEYMIABLES ., FFREEER GLP-1 HlABIE<Y/ 07— ITILRTIoFa_R— N FET 2
BB FarR—avbEiik. EXFUEESIR GLP-1 fiffE Nz 1 BfA FarR— L FT . BE
D&k RIVAX T —E - TEDUEEWEMZ . etz GLP-1 £&3(230 M Fa—kLE
T, iRE. VIIVICE SRV XA —EEFHEBR(TMB) ERESEET , RICITEEEDBEED R
MTELESh, RISOEBREC-EROEDH 450nm BIKE 620nm) THEAIFESNET, WRLEF
GLP-1 REICIEEZELHILET  BERBEICHLTRAEEZ IOV 5 ETIZEEMBLIESN . 2D
TR EFE > TRABR AP DO RENRESNET,

4FERIR

@A YhE ELISA EDWHHEFE T LI A, FT=IIHEEED T CIHERATILY,
BFEEEFECRAET ARICIIER YT IREOBRENRELI-ANTHEATILY,

Q@ HEFH IRy MEEPIEFE. IRER. RERBREZITDIFTTTSL,

OHFEHEEEIZRITENTTEN, KFVLOHENBR-T, B, O EO. REFICHBELEGEEE
BITKEKTREATREVDTRT FORAENEETV. HDEWISESIEEMRDF L TERITTTILY,

O AT YEHEAL TLAISFT TIEEN B OELEE LIZLVTTELY,

ORARIELDBREADHHEDELTHESFELTRYHZ > TTFSV KX YNIBYHBEOR S ES
ATLET,

O FRAFADBIK, FALEEERFE 1% ML, 2% ILE—ILT IILTERERIE 0.1%U DR
WIERFT N D LBRIC 1 BEULERTTTSW, F¥dA—ML—TRBELEL TEEL TR,
FERALEERORFEROERAEIFFERRORE L&D ESIZH>TEELTTILY,

OHEHIOTERYTAUI LIENTTSELY,

OOV BEDEIRELILEE THEHHELNTTELY,

OERTYI TOREBERIGHIZIE. VIILOEE. EVMOEABEDRY. M AEOERKENH LTS
& T TL—r— VBRSO TTELY,

OFELISA AFAFREICKYEEZRITET, BIERME. FERICIGEMOER:20~25°C(EBRE& LF
EA o F 2R—EREBE) ZHFLTT SN, Tz, T7AVREICKDEDHHIRE T TOHRIE (BE
0.4m/F LI L) W EIEERE T TOBRIE GEE 30%KiH) (BT TTILY,

5. lERG
¥ OB & K8 5=

296-75511[FLAEH1E 96 Y T)ILTL—bk Rk ER 96 wells(8x12).71 #&
293-75521#Z# GLP-1 iAi&(30 pM) FIREER 400pL.1 &
290-75531 =& & ZTOFEFEFEA 60mL."1 &
297-75541|E A FUfE& 1 GLP-1 Hiulk AREER 100pL/1 &
294-75551RIVAF A —E - TED S FREEA 100uL/1 A&
291-75561[F % (TMB) ZTOFEFEER 12mL./1 &
298-75571|RISE LK (1IN HoS04) SXEIREE ZOFEFEFEA 12mL./1 &
295-75581 MBI FE( X 10) AIREERA 100mL.~1 &
292-75591[FL—hk—IL 415

BikERAAE 1#p

- 13/19 -




6. F/fAShTLVEVLDRELREFR OFvyURE

OFEEK(EEK) DEEFEFRAFARE DRFRFRANSABRE ARV F—-E—hH— k)
OFvTRBBERY (FELMETFYT T 10uL ZIEREICERYT2I TERLD ., KU 100~500uL %
EREICERYTAUTTEDLED) EHEER YL, 50uL &R ETESL0D OR—/I—2FILF
DEIKEDHBED GRiE#RIZTL—MIBE-=RETRYBR)

O#E#88 (Vortex 447) O<A(90TL—MRESES ($9 600~1,200 rpm)

096 YL TL—hAESH GIEFELL) TIE@ESEY 096 T TL—M)—F—(450 £10
nm . 620nm:600~650nm) OF—45tERYI+HIT

7.4 ZFEDRHH
* £y b DREE L FERIIZNT =R (20~25°C) ITRLTTEL (2 BHIA B R T ).,
* 5 CIFNFEFAIEHIAREIE R LR FOTFEORETHATEET . [FREERIEHDIEDIC
DVWTIETREDEETHRABLTTIL,
* A ICHBELEDTEITHEERELTTIL,
[BESh - 3IE)
[#2# GLP-1 & (30 pM)] ; iZ#eahig e S
124 GLP-1 A% (FiR) LiaEiRE > TIEERRERAELTTFSIW, FRElE—HITY,

EERROBE rER EEEM) BE(pg/mL)

[R#&(30pM) 120pL oul 30 100

[Fi%& 30 pM j&i& 120uL 120 pl 15 50

15 pM /&% 120puL 120 75 25
7.5 pM A& 120uL 120 3.75 12,5

3.75 pM A& 120uL 120 pl 1.88 6.2

1.88 pM i&i& 120uL 120 pl 0.94 3.1

0 pM(Blank) 120 0.0 0.0

[EFFo#EEH GLP-1 k]

100uL #FN D ETEHEZTIRHELTUOVET  BEE T 100 ZIZFRLTTILY,
[RLAFLA—E-FED U EEW]

100pL NP MTEZELTIRHLTOET , S2EE T 100 EIZHRLTTEL,

[ (x10)]

EEER (X 10) #ERIEShI-FEEUK GEE/K) T10 fEIZHERLTTELY,

{5: 100mL O ;E#EHE K (X 10)+900mL DFEEK (FREEK) (96 D TILLTEERT H5R)
[BEORERLETFHE]

mEiFERIE 96 YT TL—b
REACHEIREE R IRETY—IILEFIA L TUOELYFABRIE RN T ZRIBD Sy TS — )L Sy
JIZRL., F0FF 2~ 10°CTHRELTT L, HVHRRRELEZEELET .

WiE# GLP-1 7% (30 pM)

FUrEREILTHERAT IRIEERAT SERISSRELYIRY HUAFREL . YO RKRITERICRSY
WTHELIZEZL>MYEFD. 2~ 10°CTRELTTEL, BNHIRAREMHEFREEFT T FIRL-KE
EBRRIESICHEAL. REFELELTTAILY,

BEEE AU BREGKTMB)
—EBDBREERTIEIIVEELIY DL EHDEZFRDBHFITHBL. BYIEERICRILLTELIZE
#LoMYE®D. 2~10°CTRELTT SV, AUMHBERREMEREET .

BEAFUEEH GLP-1 Hifk RU BRILFFIF—E-FEDUHEEY

FyrERBILTHERT ARIEFTEIIBESYRYELAFRAZL, BYORRIIERICRSHTE
HIZEELoMYEFD. 2~10°CTRELTTEWL, BDHIBRALELERLTT . FREYDEREHS
RITBEELTTSLY,
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B SISEE&(IN HaS04)

FERRYZRET IS BEELoNYERD. 2~10°CTRELTT IV BMEIRAREHEZREE
ED
WRAESERA(X 10)

RERER( X 10ZRET HIHEEIE. BEELOMYERD. 2~10°CTRELTT L, HIHRRREM
EREFY . FRARYDFHREARFRISEEL TSI,

8HMT LDEV R

ORALHAZEICTMYARESSHBNKSITREDIFTTFEN. 1 VILS1 FYTOIHERESEOHLE
j—o

OFKARKIE 96 VIILNTL—HMFERATIETRREREE (TEVFREHATT  AEBITTRELT
Téll\o

O GFIERISFERT HETIHIERTT.

IR DS

ORAERHICRET 21581L. -35CLITTOREREEHBELET , BURLOEMERABRLETTT
S0 HERELARARILRIE T AERNCARELIEDITHERLTTEL, £ REOFRIEARARELTT
=]

O MENBHEERIEEEAT ORI BRREREL TT L,

@B - E A OCREERIAIFEHLZNTTILY,

@ FY RUTEYMDH 2 RKTEODNHETRERITICANVDTTIL,
OUEMEDEENREHLLMRIKIL. B—IRKIZH T, BHS 2RIV M EDFRECERER LS
FEELTTELY,

OBAEFRT HBA1L. HOALHERRE (PP, PE) EZ AV TEERTAERLAEITILIZNELT
TEW, iR EATIE 5 BEHFIRTT,

77— — ()
Strip 1&2 Strip 3&4 Strip 5&6 Strip 7&8 Strip 9&10 | Strip 11&12

A 30 pM K 1 K9 &K 17 1K 25 &K 33
B 15 pM 1Rk 2 iR 10 ik 18 &K 26 &K 34
C 7.5 pM 1%k 3 &R 11 %K 19 &K 27 1%k 35
D 3.75 pM &k 4 &K 12 &K 20 1K 28 &1k 36
E 1.88 pM &K 5 &K 13 &K 21 1K 29 1&{K 37
F 0.94 pM &Kk 6 &K 14 &Ik 22 1K 30 &1k 38
G 0 pM BiRT7 ik 15 ik 23 ¥K 31 1K 39
H Roay 1wk 8 &K 16 &Ik 24 1K 32 15K 40

10. BB # 1R

RHRMEEIRD DRI ET HRAELEML->THEBLTTSLY,

HE&EBRETIL—DY—ILIE, TU— MRS ERICRETHLRALTTFELY,

(1) REFRERT, HODLHRBLIRERERVIIVICHEIZL. SEERFED)LET, 2Dk XR—/\
—AANHEED L TTL—rEHSIZL, BAMEDITBESICLTOINIZES - RERYBREET,

(2) BERBIEDTIVIZEBEDIZERKE 50uL T OMELETS

(3) BIKBIEDTIVICIRERCHRLFRBRAEE 50uL 320 ELFT GBEREEL 5 BHIRT
EDR

4) AR TL—MRESTFREFZRVLTHERFQ)LET,

(5) TL—bo—ILEIEY Q). FiB (20~25°C) T 2 BEHELE T,
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6) RISHETH. RISEEBR TRSRELSITIVICEL, 3 E%EFFDILET, ZDHE., R—/—4F+
WEED ETTL—IEFSIZL, BLMEDIFBESITLTITIVIZ TS -HRERYREET,
(7 BIINICEAFUEER GLP-1HuA% 500l 3 20ELFET . YA IRTL—HMRESZFHEEZ AL
THEBE)LET,
(8) FL—ho—ILEBEUQ)., EiB (20~25°C) T 1 BEIFELET .
(9) RIRTHR. RISKEERTERSRESITILIZHEEL 3 BEE D) LET . TDH. R—/—4F )L
BEDQLETTL—rEFSIZL, BAMNEDFEESICLTHIIVICE I RERYRKREE T,
(10) BEVIZIVIZRILAF A —E-TEDU#EEME 50uL $O0ELET, v1/0TL—MRESERH
EERAVTEREDILET,
(11) FL—bo—ILEBEYXD), B (20~25°C) T 30 SMEIREBELET
(12) RIGETH. RIEREB TRESRESVIIIVIZHEREL 3 BESEED)LET, TDH, R—/—4F+
WEED ETTL—EFESIZL, BLNEDIFRLSITL T DI BERYBREET,
(13) BYTILIZREKE 50uL TOHELES . /AVOTL—MRESBELEEZRAVTER Q) LE
ER
(14) FL—bo— L #BRY*Q). B (20~25°C) T 30 HEIFHELFTT .

(15) &Y ITILIZRGELEE 50uL 2450, RERGEELELET,

(16)#H#: (@) YA/ TL—HLAAEE T 450nm (BlFE 620nm) TORNLEFRIELET . &l
ERIE 600~650nm DEECHERATEET,

(xD) (x@). (xQ) BIEFIEBMELEZSHETIL,

11L.5tE

DREBIREMBREFRLET . X MV REZRRE 3
(oM). Y BA RS BE DIRERIRY STEAFRL TSN,

(QIRERNIREY . FFBRAD RN EICHIET HREEMZE

FAMYEY , BiA B TREITRIARIRE REREET

135 ) ERCAEBELET
* RIADO WS EARERIRBAE LY NN ISR XORE

Abs. 450-620nm
o

ERICCESERICHRLBERNEERELTTSL,

*AUE1—RY TN TOEFRETIE, 3 REEX., 4 Ff= 0 (V

£ 5 18T A——DERAELSBEDBLET. 0 : ; '
0 5 10 15 20
GLP-1 (pM)
128y bhDtERE
@ HIEEH
0.94~30 pM DEFE TAIETEET , FEEIRIFE 5 EH]R:4.7~150pM)
OFEEHER (TyEAINEE) (5 FAIE. 2 HiE) T4 C.VAEIE 10%FKE
OBERMHR(7yt/HES) (3 FAIE. 3MIK. 4 B  F19 C. VAL 10%KiE
OFFRESRME

2 MR AT ERNI A RABRER T4 BEARUREL. BREIFD R2(% 0.999 TLT=,
18,57 a—F45 & Q&A
Q@I RTHOIIIILTHREHEEL
ATREASARIR
DIZERORAED AN,
2) REIZEET IHERRDANEN,
3) REIIEET IZHERRONMYEZ OHEFHALTE,
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30




4)EERAERIDR A
5)FYMREREDEECEELIBA),
6) TL— BRIk,
7) RERDBEINMEN ST,
O 5/ MEAEATRIERE (0.94pM) D OD {ELY TS24 OD ELELLES,
ATRE R -+ SN TEY ., A2 THo =,
O LENRE(CV) HKEL
A AL ARIR
DEELATELY, N EETHoT =
EHE R OERME, =T RIADEFERLR D TH o= CEREREDRIBITEDIIToTTELY,
3 ERYTAUTIEEN—ETIEE Mo,

Q-1
A-1

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

FUMIRDEILTHEATHSENTETIA?
[ TEFEY, TL—MIBEN = BRAL—ILERN) YT DBIZZ>ThHY2—HETYYRL TS

FATEW, FALEWTL—MIY—ILE RS- RETHAREICRELTTELY,

TL—rERYBLESDTIILORITHRED A TNELEAMATET AN ?
(HERICIERERERDSTELTHYET,
RAEROLISEVEVLERNBEILHYELDAEICHELHYETH ?
EENHATREEA D YE T BIEEIECH Y, BIETRUTIZRSGE/HYET .

BIZ7 7 O0F = & RmMLBUEERIEL TANNY U EERLEE S, 747UV ORI ST
REEABYET AN OEREEZELTIESH ., EDTA-2Na O ZEAZTRETTS0LY,
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14. QIEFIEMEEFVIURE
W EHREHIAER —HL TRIES ., AIESEKE. A EOERE, AEIREETOTTSL,

O 9INLTL—bk, HEEERSICERQ0~25C)IZRELTTFEL, =RbICIX 2 BRGNS ETT,
O BEEFEEOFER  ERIEINEEEKT, 10 SHRLTTEL,
O ZEBERHEOFRG)  BRIEShEBEERT. FRLTTFSL,
EEEM) 30 15 7.5 3.75 1.88 0.94 0
%-\: EERREWL) JRi&: 120 120% 120% 120* ]/’ 120* 120* 0
Bl fEERWL) 0 r 120 120 120 120 r 120 J/’ 120
*: D EDEBREDIZERR
 EBMEIBEE
O #HisEEEI YT TL—F
O l#%3E (x@)  RRERAR. EHISRORESE
O #FHRBETEIIELE GLP-1 B8R 50pL
O #HE#(+Q). =E(20~25C). 2 BHERMG. #E(*xQ)
O E#FF 64 GLP-1 HilkDFER ATBERDABIIE—RIGHIZITS
FBIEIN-EERT 100 BFIZHFIRLTT LY,
O I%%3@E (xD) PEERER, EbBITROBENE
O E#FF iESH GLP-1 ik 50pL
O l#E8(xQ). FRQ0~25C). 1 HEKRG. #E(xQ)
O “MARLT—A - TEDAAENORR AABEORRILE RGBS
FRIESNI-BERT 100 BIZERLTT S,
O #%%3m@ (xQ) HEERER, BbITROBENT
O RAFO4—E - FEDUHEEY 50uL
O (@), =B (20~25C). 30 HRERE. %E(*xQ)
O l%xF3mE(+xD) PR ER, BEHICRERMT
O #E#KTCMB) TMBAZERIEINTINSC & EHER 50pL © oEfE. BEICEYBRICES
O l#E#(xQ). =R(20~25°C). 30 HREIRIG. & (*xQ®)
O REEFIEZRANHS0)  #BEEICOTEIRTE 50ul | oNER. BEICKYEBRICER
O #E#GQ) [ER=Yfet;=; 23
O WEEAE (K 450nm, FliEf& 620nm:600~650nm) BRI BEOSLSE

S EFvUbILLET

(@) HFBITHFREVTILICHTR, FOULDLTIOMFIEEIRYEELEY, 3 EERLS

B, R=I—AF IV EIZTL— b EHFSITLTNERSFRETLIBRELET, RFEBRERD
EIRIIELTROBHREEBIZTHELET . RiFREERY FTHENT 2BROBREERE
300uL/ I ITILTY, A—. B/IMEEREEE©O0.94pM®D OD fEXKY TS5 9 OD ENEL 15
BEIIMERAED 1 DE LT, RLAF IS —FiEEWERIGEDEFES 3 @Z2FE LHET 4
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~6 BITEPLTTEL, TL— MESETHERADIEENENBRIE 5~25mL 7 (/ ZILDE
ICEYERLGYET) T, F—REEOVEDREDHITILEOILZ ITEFELTTEL,
(*Q) ##DBZIE600~1,200 rpm-10 FE. 3 @,
(@) HEBRETHIL—FL—ILERBYBBLTTSL,
TL— b o—ILIXRERERINAL T, #FEETL— MUICLTREYMFIFTTFS L, —EFERAL
7= o—ILIEBERA LTI,

15.7—9—k

1 2 3

10

11

12

H

CRIES#]

(FrE]

CRIEE]

G:l=D

[y Oy FEE]

(B2HAMR]

(1551

WERET
EXT7IVL I MEKIAHT
ARTHREEEN=TH1&25
Tel : 06-6203-3741
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