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YK252 Mouse GIP (Active) ELISA &% > |

I. 1ZC®IC

BREOBEUZLY . D B MIFIZ/EH L TA v A Y O EEESE 2 —REOTY
fEEFRNLVELELTA I LFURBVEST, ZOA 7 LFUZIIHE, GIP
(glucose-dependent insulinotropic polypeptide) & GLP-1 (glucagon-like peptide-1)¢> 2 FE¥E A %N
HIVTWET, GIP X 1970 4, Brown HIZ LV 7 X O EE/NEG & Bk, fEERE S -
4272 JBIERENLRDBBRY RTFRTTY, b hGIPPET X GIPPNT L bIoT I BRRLS
LU TERY ., 18L& 340D 2 @D T I/ WRFRIEN 2 5 DH T, Takeda b 1T & b
GIP RiBKARD T 2 BRECH ZfRIH L, GIP S VIP/ IV I /7 LF 77 2V —IZB8T 5
NXTF R ThHHZ B LE L,

GIP (TR DIERUC X 0 + 485D K MR & /0 & v, i B IRICER LA
VAN O AERE L E T Y, B E TIERRICET GIP OREN EH L E4, A
VAN ARIENERE R OHA L GIP IRED LA BES NS L bl TnET P, GIP %
BRITIHE B ML S, + 46, M, o Mifa, TRIHIR, B3 S S E S
FeliEds . M FE L TER Y GIP BEERLSN T H 2 < OAEBEMN 2 H L T 5% ATReE
DRI SFLTUNVE S 0100

5T GIP (1-42) (X DPP-4 1 X 0 A CHyfif ST THRIE L GIP (3-42) & 720 F375,
Z OEREO ML T ORI TE R & Vbt Tk, DPP-4 FREIKIE GIP o i H -3k
HZFEIE L, GIP DIEHZ Rt SE5 2 LN TE DD T, BERIEOIREEN SN T
WET,

Ky MIAEHERIGIP (3-42) & DAZAERISHEN LGB b THHER GIP (1-42) @
B F RERB DO ICHE TE £

Y K252 Mouse GIP (Active) ELISA &> k

v I GIP (1-42) HI5E T, A

v 7.8~500 pg/mL (1.56~99.9 pM)D#i[H CHIE T £, HPEZTL— b

v 40 K& % duplicate THIE T £7°, 2) FE e

v JEITH 35 FEH TR T LET, 3) ARy FR PRI

v AR L OEERONENTEET, 4) e 3 EE R

v BREIT25uL B L< X 15 ul T9, 5) li% 38 SO s 1R

v 7L—MNE1% 8vxL) BRI L TxES 6) % Ef ik
DTHFy hOSENEHNARETT, 7) I AE VR

8) 7L — NEH Y —

rfF&LEME 2~8CTHRIFL TS ES W,
WER XY 24 y ARITRETT,




0. % &

AKXy MI~v U AOMAER X OEEREFICE ENLIEMHR GIP (1-42) REAZJIET 5
720D HL DT, AKXy ML HIEMHE GIP (1-42) OWE X T Lo b Fr M, 8l
(R, ST D oD AR PRVEMEM B OIRIR Sy DFCEE A 3 TFIT < Wi E L < ORI & A
ZTCWET, 2B, IMTOERES GIP (1-42) (XEHliE DS Rsh (R 98%LL L) TH Y |
FOROBEEITHIEEZRLTEBY £,

<R >
A% > MiX mouse GIP (1-42) (ZHFEA)TdH Y  mouse GIP (3-42). glucagon, mouse GLP-2,
GLP-1 (7-36)NH,. GLP-1 (9-36)NH, |25t % 2 S £ 1F & A EFRD £ A,

< JHE SRR >

Axy MZEBHEIEY Y FA v FECE ST ET, HIE7L—F (96 7T L)
DA T TIE~ 7 AFL GIP (1-42) Fri)E€ /) 7 v —F AFUEAREEIL STV E T,
DK Y T)VITHEEIR £ 7213 R 2 A, PURPUAESERZIER S E. & 512 HRP 156#%
b~ AHL GIP (1-42) £/ 7 a—FAfiR L IS SH, v RA v FEEBRERR I
FI, HEIZZOEAEF O HRP IEMHEZRIET 2 Z L1280 | BiEH d mouse GIP (1-42)
ERHETSHZENTEET,



M. v hOHEER

2% SR IEN V2N ik NEWY)
96 7 = )L - —
1.Antibody coated plate Pl ] 1 K ;72% GIP (1-42)F / 7 u—F )L
(HE71L—h)
2.Standard WAEE L 1000 pg 1A &% mouse GIP (1-42)
(B
=0k —
3.HRP labeled antibody KEIN 12 mL 1A Tiﬁzﬁj 7ARLGCIP (a7 E
solution AR
(FE R L PTIRIR)
4.Enzyme substrate R 12 mL RN 3( S )’ 5,5 T T AT TTY
solution TVIB
(55 HER)
5.Stopping solution IR 12 nL LA M BRERIATR
(B 55 IS5 1R
6. Buffer solution EEIN 25 mlL N PG RETREE % & o kR iR
(FRTETR)
7 Washing solution ok 50 1. | % T N
‘(concentrated) i m v ween = Lo i
(MG VEER)
8. Adhesive foil 3R

(Fv— MNERAHY—)




V. #BEE

HE Z 40 D AN TRHAL 2V, (FHE : F v MIEEND TN TORIEIT=IE
R L THOMEZMD T IZEVN,)

<A AR Hd K UVLE >

1. ¥4 7rbEXy FBXOF v (10 pb~1mL) ; 8 EE /T 12 EDO~LFF v 3
NENRy FOFEREREOET

2. v~A 77— NHWNER GAER K 450 nm THEE 3.0 £ CRIE T& 5 20E)

. M 7/u L — MNHIRE SWE Ty =— T —

4. FEAEWR OFRBUAE 35 0 7 AREBRE

5. ¥4 7 v L— MNEHLEE, HFREOLEITER IR, =— N7 0 AN P—]
TAEL—F —F BN TOERAEZEDET

6. A ATV & — (1000 mL)

7. REAKETIINA Ak
<ERFEDFHEL >

1. FEERE OFIRIYE  FEHEL O BHTREENR 1 mL 2 2 NAY & Vi S H. 1000 pg/mL
DOIEAEE Z RS 5, ZOBEER02mL 2 &Y, T ZREER 0.2 mL TR L 500
pg/mL DIEHERE % FHHL3 5, LU FIAER O A BRI E A v 3 L | 250, 125, 62.5, 31.3, 15.6,
7.8 pg/mL DEFEHEG 2 B4 %, 0 pg/mL OFEYERR I TFEEi 2 = D E EHEHT 5,
<JAPEEPH > AR EPE 7.8 pg/mL~500 pg/mL (1.56 pM~99.9 pM)

7.8 pg/mL % FlED & 5 REMEOBAN FHEIN LGS, MHRE L LTEHI2 7.8
po/mL DOAEAERL % 2 57 L. 3.9pg/mL DEHEFRAHITHZ ENTEET,

2. VEVRFIR OFRRNE © RHEDEEHR 50 mL (&) ZZRRI/K 950 mL IS THR LEMT 5,

3. ZTOMORIKIZE D F F <PEELNE> T - THEHT 5,

<HEELE>

1. ¥v PEZ=IR (20~30C) IZET,

FEAER S & O & L RR ORI RIEIZ e » TS 5,

2. HFU T, WK 350 pL Afili7c Lictk, T AL —Z =2 sIT 50, &5
wm7v—%%ﬁ%bﬂ%%ft%&n&&ﬁwﬁk_%<tk%oﬁéiﬁmbf
WEbR<, ZOBREEZIHIZ2E#EVIEL, &FF 3 HIOWEERIEEZIT I,

3. B U T IVICHRMENR 25 ub &= AfL, DUV THEAERR (0, 7.8, 15.6, 31.3, 62.5, 125, 250, 500



pa/mL) E 72 1FMAR 25 b Nz %,

MBREER DRV E &1, 15 pL THHIEFEETY, BRIEEZL 15 L iz 32 & 13,
KU TINIIMZ DERERD 15 uL IZ LT ZE W, ZOMOBEIIERE T LEITH
DERA, BIBOEARMEREIX, BREE 25 uL OBE LIZIERI%ETY,

HEFL— &2 L— MNEHAY—LTy— L, |RIRT2HMIEE 59925 (5 100
rpm) .,

5. £ O ERE, 2. LEFEOTEEEELZ AR 4 BT I,
6. U T/VICEE AR BTN 100 ub 200 % 5,
7. MES L — 27— NEHHY—LTy— A L, RECTLEMEL YT 5 (%100

rom) .,

8. WEEORRIEEIR 2T 55 LRFRIRNI oM L, e L7eds 5 =iRIC R T,
9. HEU T NHPORZERE, 2. LRROWEHFERIEL G 415175,

10.

11.
12.
13.

KU T)VICIRERIEWR 100 ub 20 %, EEEOMREE CEIR TEHE L 30 oL S
Do

KU T EER SOSE IR 100 b 2% 5,

~A 7 a7 L— ks ARNEFIC T 450 nm/620nm OWLEE & HIE T 5,

RO Y 7 b7 =7 ZHAWT, 5 (or4) —Parameter OEIFZFHEH L. GIP EUER
DEIRE DR EED HAMEMAR A ER L, BIED GIP IREZRD 5, ik 7 IR
Z VD5 A T BN AR R O IR B & N AR RS IR E OWOEE 2 7 v R L
FEYER AR 2 MRl L. MR D WRON B 2 AR YRR Y Tided, GIP DIREE & Fi+ M2



V.

BELOBRE

MigiE EDTA-2Na ¥RMNERIME CEREL L T < 72 &y, MiRIIEEt%L. B HIZ DPP-4
inhibitor, 0.01ml/mL (Catalog No. DPP4 MILLIPORE) % /il %, [fﬂﬁﬁ%: %’E LTL7EE
VN, BELZERRIMAE (21, BD™ P800 GLP-1, GIP, Glucagon, Ghrelin {#17HE 228k (H
AR by T 4oyFryy) bEATEET, BHITHETE 2WIGEILMEE 4 iE
H/ANVT LT, —30°CLLF THUEERTE L TL 7280, MRIRO BSR40 K S 7o
oL TLEEN,

AR A FRIE LT 7230, R, R %@ VEBIEHLTLE
IV, B, ¥y bESFEERT 550, HRZOERELITEE/ N T LT, —30C
VIR CHASRA L CLZEW (82 » HIZLETT),

BRI RIS A E U D 2 3B D 325, 2 ORE A IR RSeS| PR AR
LET,

BT ZAASOSERIEITAEREICEE L 52 T O TIEMRIZIT> TLIZ&W, £2
BIRZE 7 T VIZEAT 25513, RIKZ EISH LT > 7 &2 v, MR AR 015
DRNEIITEE LT EI W, HEEREZFRT 5 & &1, FREE I S lonT 5L
WFy T ERES T IEEN,

500 pg/mL % #8 2. % EERRIROSE1E MR Z AR v T OREE I THR LTl
ELTIIEEN,

FIRTCORISTIFST~vA 7 a7 L— FHIRE SBEEZHAW HET L —FEiREDS L
TLEZEW (BAKICDOHEEZRLS), BRBIRE 51X V— MEH Y — MRS
BIERRNE S P o< D EFTo T 7ZEW (5100 rpm)

7. WEITTRT2HME AT TLIEEINY,
8. BHR-FESUNEIERZ I, TN HEDOREZIT-> TS0,
9. BERILE DI L ~VIUNEEE ., B, WET L — FDIRE 5 OFRER EThTn

10.

11.

12.
13.

14.

TINEEEZTHZENH Y FTOTAEEMBIILTHE Z LITERLTLLES
1/ N

FRIEORAFH S L AITEAFITIE, TR HITRONENR ST DN K S IZER LT
7ZE0,

ABEZEDAEIZIZ, £2Dey FOFy FEHAGOETHER LW T 230,
P BRI L2 D =IRICE L, AL TS E S0,

—HORIEIIE, B FoOMEEZFEAL TOETO TR FWVICERZL T EEWN
(HBSAG, HIV 1/2, HCV, HIV-1 AG % 7-1% HIV-1 NAT, ALT 3 X T Syphilis 1ZfaM: T
T
REMRTTICENICOT D RBEMDR RN 2 Enb 0 3208, MR LEMEH Y &
boo EIRICRE L%, AR SR L T EE 0,



V1. FEAMEE

< AR YRR O — B >

Typical standard curve

10.00
£ 100 ¢
S
2
g
o
(@)
0.10
0.01
1 10 100 1000
Mouse GIP (1-42) (pg/mL)
< FRINEI AR >
<<y R A>
Added GIP (1-42) Observed Expected Recovery
(pg/ml) (pg/ml) (pg/ml) (%)
0 16.3
10 24.4 26.3 92.8
50 60.8 66.3 91.7
200 230.7 216.3 106.7
<<y X[l B>
Added GIP (1-42) Observed Expected Recovery
(pg/ml) (pg/ml) (pg/ml) (%)
0 34.3
10 44.5 44.3 100.5
50 82.0 84.3 97.3
200 241.0 234.3 102.9




<<= XM C>

Added GIP (1-42) Observed Expected Recovery
(pg/ml) (pg/ml) (pg/ml) (%)
0 20.8
10 28.8 30.8 93.5
50 65.4 70.8 92.4
200 225.5 220.8 102.1
<< v XM D>
Added GIP (1-42) Observed Expected Recovery
(pg/ml) (pg/ml) (pg/ml) (%)
0 24.5
10 34.0 345 98.6
50 69.2 745 92.9
200 223.6 224.5 99.6
<<y X E>
Added GIP (1-42) Observed Expected Recovery
(pg/ml) (pg/ml) (pg/ml) (%)
0 16.9
10 28.7 26.9 106.7
50 63.5 66.9 94.9
200 209.3 216.9 96.5
< FBREAER >
<< UM A>
Sample dilution Observed Expected % of Expected
(pg/ml) (pg/ml) (%)
X1 26.0 26.0
X1.5 18.3 17.3 105.4
X2 13.8 13.0 106.3
X3 9.1 8.7 105.1
<< RAMik B>
Sample dilution Observed Expected % of Expected
(pg/ml) (pg/ml) (%)
X1 30.4 30.4
X1.5 21.7 20.3 106.8
X2 16.2 15.2 106.3
X3 10.3 10.1 101.4
<<y XM C>
Sample dilution Observed Expected % of Expected
(pg/ml) (pg/ml) (%)
X1 29.0 29.0
X1.5 19.8 19.3 102.6
X2 15.3 145 105.2
X3 10.7 9.7 110.5




<= XM D>

Sample dilution Observed Expected % of Expected
(pg/ml) (pg/ml) (%)
X1 28.2 28.2
X1.5 19.6 18.8 104.1
X2 15.0 14.1 106.3
X3 10.3 94 109.4
<< R E>
Sample dilution Observed Expected % of Expected
(pg/ml) (pg/ml) (%)
X1 255 25.5
X1.5 17.6 17.0 103.6
X2 13.8 12.7 108.1
X3 9.0 8.5 105.9
<H{EEE~ U AEMER GIP MiEHRE DEE) >
Mouse | Time after feeding 1 2 Mean
0 (fasting) 121 10.3 11.2
No.1 10 min. 63.4 62.2 62.8
20 min. 23.5 22.0 22.7
0 (fasting) 8.4 10.3 94
No.2 10 min. 68.4 72.5 70.5
20 min. 23.0 22.5 22.7
0 (fasting) 13.3 121 12.7
No.3 10 min. 44.0 42.3 43.1
20 min. 23.0 24.5 23.7
pg/mL
< ZERISHE>
B~ F K RFAEFOGHE (%)
GIP (1-42) (Mouse) 100
GIP (3-42) (Mouse) <0.1
Glucagon <0.1
Mouse GLP-2 <0.1
GLP-1 (7-36) NH, <0.1
GLP-1 (9-36) NH, <0.1
<FHHMERR>
FIRFEHME . ~ 7 218 CV(%) 5.8~6.0

A ZEFMEUE © ~ U ik

CV(%) 1.6~3.3
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<HEHE>
7.8 ~500 pg/mL (1.56~99.9 pM)

VIL RYjEiEds X OB RHIM

< B>
L, 2~8CIZTIHREFELTL &,

< B >
BLEH LD 24 » AW (BEHBIBRIZANE IR R)

<eEdE> 1% v h 96T X by (BEHEIRIER 2 &3 Te)
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