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YK255 Mouse GIP (Total) ELISA ¥ b

I. IIU®IC

BEOBRICLY . BEEO B MIICI/ERA L TA v R Y O EIEESE S RO
fEERNLVELELTA I LFURBVET, 2O 7 LFUIZILBIE, GIP
(glucose-dependent insulinotropic polypeptide) & GLP-1 (glucagon-like peptide-1)0> 2 FEF¥E A3 %N
HITWET, GIP X 1970 45, Brown HIZ X0 7% O EEUNED & HEE, &R Esni-
427 3 VRN SR DR Y RTF RTT Y, b b GIPPE T X GIPPYE L bIcT S ERELS
PEERL L TRV, 18 L 34MLD 2 ATDT I/ WEFEHEN R/ 5 DA TY, Takeda 5 13t b
GIP RiBRAD T 2 BRECHI ZfRIA L, GIP S VIP/ IV T /7 vF 77 2 ) —ZB7T 5
RTF R ThHHZ EERELE L,

GIP [ ZHECRE OB L 0 + 8O K HifE D Sdu, BB MAIC/ER L <A
YAV OSWEMRE LT @EE CIIRZRICIEET GIP OREN EF LETA, A
VA ARIEMERERIE OHA L GIP IRED LA BNES RS EnwbhlTnET P, GIP %
BRITHE B MRS S, + 460, MG, o Mifa, JEIMIRG, B2Mia s £ S
F el MIICAEE L TR Y | GIP SRS TH L < OAEBYERZA L TV 5 AlRENE
DR S TUNE$ 891010

TEMER GIP (1-42) X DPP-4 1 XV i THfE SV THRIE L. GIP (3-42) & 720 £9773,
Z ORED I H T O IE S FRE &bl TV E T, DPP-4 BEEZKIL GIP o ifi -k
HZFEIZ L, GIP DIEAZFfi S5 2 LN TE DD T, HRISOIBRFESHENBFINT
WET,

A v ME Total GIP[ATEML GIP (3-42) & 1M GIP (1-42)] % 5 FEHI 7> i L L2
ETEET,

YK255 Mouse GIP (Total) ELISA % > b

v ~ A total GIP #IiE <9, N

¥ 6.3~400 pM O#iH THIETE 7, DRETL— b

Y 40 ¥k % duplicate THIE T £, 2) FEYE g,

v AEITHR 35 R TR T LE T, 3) HE kR FLPUIAIK

v R JORERIEOREN TEET, 4) B FILE IR

v B{AEIZ 25 uL T, 5) P 3 S i LK

v 7L—HME1% 8 vx) BICERVALTEET 6) FETE K
DTHy FOLSEER A FRETT, 7) IR A VR

8) 7 L— MEMIH L —L

RAF L ZEME 2~8CTRIEL T EE VY,
BOER XV 6 » AMIFLETT,




0. % #&

Ay MI~ U ZADMEER X OREERFICE £ 5 total GIP IREZRET 27200
DTT, AKX v MIX? total GIP ORIEXEET LB EERME, EEMEICEN, KT
LD AEFE MM E IR DB L ZT I Wi EL L OFEEATWET, 7
B, BT OEHES GIP I XEME OGRS (M 98%LL ) Th Y | KonDE &I &
R LTED £T,

<P EAME>
A% > MX Mouse GIP (1-42), GIP(3-42) [ZHF5H) TV | glucagon, GLP-1 (7-37), GLP-1
(7-36)NH,. GLP-1(9-36)NH, mouse GLP-2 {Z5$7" % 58 E R EE A1 E & A E78 i £ A,

< E SRR >

AK¥y MTEDHEFTY » A » FIECESHTITTWET, HllEZL— K (96 7 /1)
DF T T)AZIE~ T AP GIP BT ) 7 o —F A HEREE LS TWET, 0%
U ) VITHREYERR E T IR IR 2 AL, SURBUAE SR Z R S, & 51T HRP iEikfb~ &
AHL GIP &/ 7 u—F APk E LS, o M v FEGREERSEET, KEZIC
ZOBEAERF O HRP IEMZHIET 5 Z LIk Bk o total GIP ZHIET 5 Z 8T
xE7,



M. *v hOEK

AL - FE V2N FRS NEWY)
LHE7 L— b 96 T Tl AL T ABIGIP B ¥ u—F Pk
7L — b
2 AR HE WA, 0.8 pmol 1A B~ A GIP
. L . HRP %2 ZHL GIP —F
3. R B A TERTN 12 nl. 1k Rl 7 A5 ST
ETIREN
L . > = = L YRRE
4. FEHBR RIN 12 mL LA 3 .58 T RIAFANTTY
(TMB)
5.1 UME IR HEEIN 12 mL 1A IM FREATRIR
6. FE1ETIR TR 25 mL 1A RORMEERRE A& TR EiiR
7. NG YETE R IR 50 mL 1A 1% Tween 20 % & doifa A F A TH G

8.7 L — MNEFAHIT—/
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IV. #fEE

HEZ D DRI TBHAL SN, FEE ¥y MIEENL T ToORIEII=R
WERLTOHLHEEZBD T ZEN,)

<A s Hode K OVLE >

1. ~4 77Xy hBIOF v 7 (25 ub~1mL) ; 8#HF L IX 12OV ILVTF ¥ %
ey hOHZEOET

2. ¥~A 77— NHWNEF GAERE 450 nm TUEHE 3.0 £ CHIE CT& 5 25E)

I AL — FHIRE SMET T = — T —

4. PEVER OFRENAE S 2 0 7 AR

5. ¥4 7 n 7 L— MEFLEE, HREOLGGITER TR, =— LT 1 AR H—]
TAEL—F—F T EZER T OFRZEDET

6. A AT U & — (1000 mL)

7. FREKET-13MWA A7k
<GRILDFH L >

1. BEAERR OFRLE  BERESL DR BHTAREIR 1 mL 2N 2 N & R S 4. 0.8 pmol/mL
(800 pM) DAEHEWE A FHHIT 5, Z OFEHERK 02 mL 2 & V. TN &R 0.2 mL THr
FRL 400 pM OFEAERR 2 FHH 5, LA T RIRR O A REAEA 4V 3K L | 200, 100, 50.0, 25.0,
12.5, 6.3 pM OFFE UL A FHRL4 5, 0 pM OIEYER ITFEEIR 2 T DO £ £+ 5,
<JEHEH > A EhREHF 6.3 pM~400 pM

2. VR OFHREE - BERETESR 50 mL (£E) ZREK 950 mL I CHAR LIEA T 5,

3. EDOMMDORIKITZE D F F <PEEE> > THEHT 5,

<JEELE>

1. ¥v FAEZ=R (20~30C) 1ZFET,

FEAER S & OWEIEHR & LR OREKFRRIEIZ e » TSR 5,

2. BV TUT, Vel 350 L A7z L7k, 7 AL —Z—IZ X055, D
WET L — MR LIRE BTl & A AN SICR Tefzx D135 K 512l T
REBRS, ZOBEEZI DI 2V IRL, GFF 3 RIOWEHEIELIT .

3. & U T VIZKEMEHE 25 pL A Adu, DUV TEEHERR (0, 6.3, 12.5, 25.0, 50.0, 100, 200, 400 pM)
FINTRIR 25 ul 2Nz 5,

4. WETL— Fae 7 L— MNEMHAL—A Ty — L, BRT2HMIEL 572 (5 100



rpm) .,

5. £ DK ERE, 2. LREOEEERELZEE 418179,
6. U T /UICER R BT 100 uk 20N % 5,
7. 7L — 27 L— FEBHHY — AL Ty— L L, BRTLREEL 945 (100

rpm) .,

8. MEEDOMFEILEK AN T 240 1 RFRHAN oL, #E L2205 =IEICET,
9. HEU T NHORZERE, 2. LRKOWHERIELGF 415175,

10.

11.
12.
13.

KU T VICEER B R 100 ub 2%, HESEORIE CEIR TEE L 30 SRS S
%,

%0 TV EEFR SOGME IR 100 uL 2125,

~A 7 a7 L— FARIEEFHTT 450 nm/620 nm DY A RIET 5,

TRD Y 7 v 7 =7 ZHAWT, 5 (or4) —Parameter O[EFRAEH L. GIP FEUER
DAY EDORNEED HIEEMFBRZAER L, BIRD GIP JREEA RO D, Wi xH 07 AIRHE
VD356 13 BN SRR EIR O E & | O RS IR E O EE T r y L
YRR 2 MERR L. BRIR OO 2 A RIS Tl oD, GIP OIRE % HiA M s,



V.

e EOER

iM% 1L EDTA-2Na I ML TERER L T < 72 &0, 7233 Al U LRI ARIZ 20T YK252
Mouse GIP (Active) ELISA & > |k Z HIWTIRIRFIZIEER GIP (1-42) D A% IE S D56
1% (A YK255 ¥ » |k TlZ GIP(1-42) & GIP(3-42) D i J7 % liE) | [E. 512 DPP- 4 inhibitor,
0.01ml/mL (Catalog No. DPP4 MILLIPORE) %z, IfiE4 /38 L C< 72 &V, H298
Mm% 21%. BD™ P800 GLP-1, GIP, Glucagon, Ghrelin {f&fEfHEZe M (HA~NZ k
VT4 yFxrVy) bEATEET, BEHICHETE WA A BN
LT, —30°CLA N THEERIT L T 230, MIEOMHFEEFZ M0 IRE 72K HicL
TLEEN,

BT AR 2 JHH & LT 720, R, B GITERRE . BEHITH LT
SV, B, ¥y MBI 256, HREOEELTE R/ NI LT, —30C
UUFCTHAREL T EEW (2 » BIZHETT),

EREVE R IR R ISR 2 E U D Z B D 325, 2 OURE A IR R S (PR AR
LET,

KTNSO GEBREITNEREICEEL 52X ETOTERIIToTLEIN, £12
iRz 7 T VIZEAT DAL, BIKRZ S LWy 7% v, BRI E R o75Yx
MIRNEIITEBE LT IES W, BEERZAIRT 5 & E1d, ARERE 2 &858 L
WTF oy T aAfEo T TEEN,

400 pM B 2 5 SEMRIKDGEIT, BIEZARF > MR ORERIC THAR L THIE L
TLEE,
FRTONCEINT A 7 a7 L — MREE SBERAW MET L—FE2RE D L
TLEZEW (BAKCOEEZRLS), BRBIRE S 1L V— MEAH Y — MRS
BIERRNE 9P o< D EFTo T 7ZEV (5100 rpm) ,

7. BT T RT2EAT TIT-oTLIEEW,
8. WEHE-HE S I, Tt EDRIEZTT-> T IFEV,
9. BEEEEOREA LV IVIIRISIRE., B, WE L — FDIRE 5 ORRER EThT )

10.

11.
12.

TIBREBREIT LI ENH Y T OTAREMBUTILTHE Z LIERL TSEZS

A
FREEOLRAFT S L <IFEAHITIE, TR HITMUVER L7 H R0 K 5 IZiERE L TS
TZEWN,

AREZLDHEITIE, Brdoy hoFxy MafAEDLETHERA LW T 7Z3 0,
B FEWRITE . LA O RIEICRE L, FHL T 7EE N,



VI, FEARMEE

AR R O — B >

Typical standard curve

10.00
—~ 100
£
g
S
g
a
o 0.10 ././
0.01 '
1 10 100 1000
MouseGIP (pM)
< TANEL R >
<<=y Mk A>
Added GIP Observed Expected Recovery
(PM) (PM) (PM) (%)
0 39.8
8 49.2 47.8 102.9
40 78.0 79.8 97.7
160 200.1 199.8 100.2
<<=y X B>
Added GIP Observed Expected Recovery
(pM) (PM) (PM) (%)
0 28.7
8 37.3 36.7 101.6
40 67.1 68.7 97.7
160 190.8 188.7 101.1
<<y A C>
Added GIP Observed Expected Recovery
(PM) (PM) (PM) (%)
0 45.3
8 52.3 53.3 98.1
40 82.9 85.3 97.2
160 198.0 205.3 96.4




<< XMk D>

Added GIP Observed Expected Recovery
(M) (PM) (M) (%)
0 48.7
8 54.1 56.7 95.4
40 83.7 88.7 94.4
160 189.9 208.7 91.0
<<=k E>
Added GIP Observed Expected Recovery
(PM) (PM) (PM) (%)
0 36.9
8 44.4 44.9 98.9
40 775 76.9 100.8
160 194.6 196.9 98.8
<A IRABR>
<<U XMk A>
Sample dilution Observed Expected % of Expected
(PM) (PM) (%)
X1 100.6 100.6
X2 54.1 50.3 107.7
X4 26.9 25.1 107.2
X8 12.2 12.6 97.3
<=Mk B>
Sample dilution Observed Expected % of Expected
(M) (PM) (%)
X1 86.0 86.0
X2 454 43.0 105.7
X4 22.4 215 104.0
X8 10.1 10.7 94.1
<= v I C>
Sample dilution Observed Concentration Mean
(PM) (PM) (PM)
X1 106.3 106.3
X2 54.1 53.2 101.8
X4 26.9 26.6 101.4
X8 12.2 13.3 92.0
<< v D>
Sample dilution Observed Concentration Mean
(PM) (PM) (PM)
X1 107.1 107.1
X2 57.7 53.6 107.7
X4 30.0 26.8 111.9
X8 135 134 100.6




<<= RIMiE>

Sample dilution Observed Concentration Mean
(PM) (PM) (PM)
X1 110.4 110.4
X2 57.7 55.2 104.5
X4 29.8 27.6 107.8
X8 12.8 13.8 93.1
< RFERCHE>
BT T R RAEEME (%)
GIP (Mouse) 100
Glucagon <0.1
GLP-1 (7-37) <0.1
GLP-1 (7-36) NH, <0.1
GLP-1 (9-36) NH, <0.1
Mouse GLP-2 <0.1
< FEHMERER>

AR M . ~ 7 AME  CV(%) 3.9~4.7
HZERHME . ~ 7 2 CV(%) 1.6~4.2

< JIE#FA >
6.3~ 400 pM
VI. BEPgiER L OERhHIE
<HFiE>
ESL, 2~8CIZTTIRIFL T &Y,
< B >
BER LY 6 » A (BEAMIRIZIANEIZER)

<>
13> 967 A My (GEHEMBRIENRH %2 & L)
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