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YK252 Mouse GIP (Active) ELISA ¥ > b

I. IICHIT

BEOEIUCL Y, HRO B HIIRIZIER L TA U A Y ORI E R S5 —FEOTH
fRERNLVELELTA I LFURBVET, 2O 7 LFUICIEBAE, GIP
(glucose-dependent insulinotropic polypeptide) & GLP-1 (glucagon-like peptide-1)? 2 F¥H A3 %0
HITWET, GIP (X 1970 45, Brown HIZ XV 7% O EEU/INGD G HEfE, #ERE ST
272 MEENLRERIRXTFRTT Y, b hGIPPL 7 X GIPPYT L bicT I/ BERLS
DEEIL TR, 18N L 34D 2 DT 2/ BFE LN R 5 DA TY, Takeda 5 i3k b
GIP RiBKRD T 2 BRECH 2RI L, GIP S VIP/ 7 Vv I /7 LT 77 IV —IZBT D
RIFRTHLH EERELE LT,

GIP [ THE-CHEN OFEEUZ L 0 + 485D K MR HAYW S, E B AIRIC/ER L <A
YAV DGR L E T, @ E CIIRRICHET GIP OREN EF LETR A
VA Y AR RIS OB AL GIP IED LREBHESNSD L WbNTHWET ?, GIP 5%
BRITEE B MRLANC S, R . o ARG, AERRERD, Bl S E S
F2figEE, MIRICAAEL TR Y | GIP BRI TH 2 < OEFIEM 2 A L TV % Rtk
DR S CTUvE g 891010

MR GIP (1-42) 13 DPP-41C X 0 ifn o TH iR S THRIE L GIP (3-42) & 720 F9745,
Z QRO ML T O IE S FREE & Wbt TV E 7, DPP-4 FHEZEIE GIP o i H -3
HAEIEIX L, GIP DIERZFSED 2 LN TE DT, HERFOIGEIEDIHHEINT
WET,

Ay MIANEHEGIP (3-42) & ORZEISHENR 2RO bLT JEHEGIP (1-42) @
I % R B O BRI RE CE £,

YK252 Mouse GIP (Active) ELISA ¥ > b

v ~ U AIEMR GIP (1-42) HIEM T, N

¥ 7.8~500 pg/mL (1.56~99.9 pM)D#iPH CHIE T& £, DHMESL— b

Y 40 #ifA % duplicate THIE T £, 2) P e

v HEITA 35 R TR T LET, 3) ARy FE LA

v 3R K ORFERRORNEN TE ET, 4) B 32 B IR

v MRIREIT 25 ub T, 5) B3 S i L9

v 7L—HMI1% 8 UT) BBV L TEET 6) 1% ik
DTHy FOEEAAFRETT, 7) IR A Vi iR

8) 7' L— MERAM T — L

PRAF & e 2~8CTRIEFL TL7Z&E W,
fER LD 24 » HBNIZE TY,




0. % %

Ay MI~v U ZAOMEL L OEERTIZE ENDTEER GIP (1-42) IREZHIET S
T2HOD DT, A¥ v ML HIEMR GIP (1-42) DRIEILE#E T Loy bR e, &k
(AR, ST D oo A BRYVEMEMVE ORI o DS A S TS < Wi E L < ORI & A
ZTCWET, 2B, IR OEAEL GIP (1-42) 1 XEHE O AR G 98%LL L) TH Y |
FROEEITMHSEZRLTEBY £,

<KFFEME>
A% X mouse GIP (1-42) IZHRFHAYT&H U . mouse GIP (3-42). glucagon, mouse GLP-2,
GLP-1 (7-36)NH,. GLP-1 (9-36)NH, (53 2 287 i it 2 1E & A B3RO EH A,

< SR >

Ax vy MZEDHEIEY Y R v FECESHTHHTET, WIEZTL—F (96 7T L)
DT TUIE~ T AP GIP (1-42) BRATE /7 a—F AbiRBEEL SN TWET,
DK Y T)VITHEEIR £ 7213 A2 A, URPUAES R ZTER S, & 512 HRP 1%
fb~D 251 GIP (1-42) &/ 7 u—FAfifk e bE S, o M vy TFEHEKREZEKR S
£7, HBRICZOEEERF O HRP IEEZHIEST 5 Z LI2 XV | H{KF D mouse GIP (1-42)
ERIET D EMTEET,



M. Fv hOEK

K - R H AR HRS WA

Ll L— 96 Tl ;;r?zﬁ GIP (1-42) & / 77 o —F LHi
7L —k
2 fEmUE BOG LSS 1000 pg 1A Affimouse GIP (1-42)
i, - - HRP 1&gk~ 7 251 GIP (1-42)F / 7 1

%:\ d /E\: N N N

3 PR PR (LN 12 mL A& J L
L . > = = 1/ SN 3535
4. B IEG ek 12 mlL Lk B3 B T T AT AN YT
(TMB)

5.5 SO E 1R Wk 12 mL 1A IM HREETANR
6. FEE IR HEEIN 25 mL 1A USRS 2 & T o kB ik
7. JRAME e R AR 50 mL 1A 1% Tween 20 Z & TeiEfa R AEIR

8.7 L — FMEFAHT—/V

3




IV. #({EiE

WEZ RO DENCSLTBIAL IS, (EE  F v MIEEN DTN TOREITERE

WERLTOLHEZBRD T IZEN,)

<M ER BB L OUEE >

1.

o M WD

S

<

1.

2.
3.

A7ty FBLOF v (5 ub~1mL) ; 8 HEELIT 12 EOV LT F ¥ XK
Ry NOEHZEOET

~A 7 a7 L— NHAWRSEER GUEKE 450 nm TWYEE 3.0 £ THIE TX 52 )
~A7n 7L —MREOWELIZS = — T —

IR OFREUAE R T 5 7 7 AR BRE

~A 7 a7 L— MNEGEE, ATEOLAIE S ESRS. =— RLT 0 A —
TAE L —Z —F 73BN T O ED £

A A Y & — (1000 mL)

R E T IIWiA A 7k

IO >

FEVERR OFR L « BEYES O ZRITRRENR 1 mL 201 2 WA % B <, 1000 pg/mL
OB 2T 5, ZOEER002mL 2 &0, 2 Z2FEEN 0.2 mL T L 500
po/mL DIFEHERR 2R3 2, LT RO A REAEA 4V K L | 250, 125, 62.5, 31.3, 15.6,
7.8 pg/mL OAIEER 2T 5, 0 pg/mL OIEERITFEE K Z O E EMEHT 2,
<HIEFPE > AR EFPH 7.8 pg/mL~500 pg/mL (1.56 pM~99.9 pM)

7.8 pg/mL % FlA2 X 5 RIKEOKIEN FHRINIGE, MHEBE L LTEHIZ 7.8

po/mL OREHERL % 2 57 L, 3.9pg/mL DEWEREZHR T HZ ENTEET,

Ve iR ORI « JRAEVER IR 50 mL (428) ZZ887K 950 mL I CAvR L35,

T OMOFRIRITE D F F <JEEAE> 1THE > THEMT 5,

< TE R AE >

1.

2.

3.

v FNAEZ =R (20~30C) ITRT,

FEAER RS & O & LRt ORI RLE e » TR 5,

F U TS, YEliE 350 puL 27z L7ct, 7T AL —Z —=IZX VWG T50, HD
WE T L — b EKEE LIRE B Tlb & RE AN Il iz & 2175 K 512l T
RERLS, ZOBEZILIZ2EEVIRL, &5 3 BIOBEERIEEZTT .,

K 7 T VITKETEIR 25 ub & AL, DV CHEEMERR (0, 7.8, 15.6, 31.3, 62.5, 125, 250, 500



pa/mL) E 7o 13K 25 uL Nz %,

HWEFL— &7 L — MEHAY—LTY— L, FIRT2HMESL 535 (#9100
rpm) .,

KU VRO ERE, 2. LEEROERERIELAFH 41817 9,

6. %7 T/UVICHERRAT SPUANE 100 ul 22 5.

HESL— 27 L— MNEHAL—ALTYy—A L, RETLEMIELS T2 (39100
rom) .,

8. MEBEORFEIEER MM 24 LRRANC OB L, Y LR S RRISRT,
9. HU T NHORZRE, 2. LRROVEHFERIELGFH4EIT S,

10.

11.
12.
13.

B0 VT EEFRIE R 100 ub A0 R . H#OLOMRE CTEIR THHE L 30 oIS S
Do

K TSR OSE IEHR 100 L 21z 5,

~A 77—k AWEERHT T 450 nm/620nm OWLIEE & HIE T 5,

HRDOY 7 v =7 % HAWT, 5 (or4) —Parameter DRIFX A H L. GIP %K
DAL DRNEMED SEEVEMFR A ERC L, BIED GIP JREEZRD 5, k4507 IR
Ze IO 2 560 13 BBl AR IR O YR L % | il AR RS IR OO EE 2 7 ey b L
PEVEAAR A2 TERC L. BRIR DL B A B EARIZ 2 Tl GIP DIREAF AT D,



V.

BIELEORER

MiEIE EDTA-2Na HRAERIMAE CEE L T 72 &V, Migi3EId%, B HIZ DPP-4
inhibitor, 0.01ml/mL (Catalog No. DPP4 MILLIPORE) Z/ix.. M5B L T 2 &
VN, BLZEERIMAY IZ1%, BD™ P800 GLP-1, GIP, Glucagon, Ghrelin {#77 H ELZe58 1% (H
AR N T oyXryy) bHTEET, BEHICHETE 2WEAILMmE 2
H/ANVFT LT, —30°CLLF THfERAE LT < 2 &0, MIBOBGRE R 2 4 0 R S 720
ol T 7EEn,

AT AR 2 JFH & LT 72 &0, R, EEITIRRE, BEHIER LT
SV, B, ¥y FEJEENT25E . WREOERER ITE TN T LT, —30C
UTTHERGFELTLEEY (2 7 AIXLETT),
RGPS 2 E U D 2 B 0 348, 2 ORI A IR R S as (PR AR
LET,

KTNSO GEBEIINERBEICEE L 52 EFT O TEMRIZITo T LI, £z
MRz 7 T VIZEAT D HAE, RIS EISH LT » 72 ., B AR 05 Y%
DIRENEDICEBE LTS IES W, HEEEREZFRT D & 13, AREMEZ I8 L
WTF T EFES T TEEN,

500 pg/mL % # 2 2 IR OSE1X, BIKEZARF > MR ORERRIZ THAR L TR
ELTLIZEN,
FERTORIMNNILT A 77 L— M HIEE SOBEZHW HETL—FE2RE S5 L
TLEEEW (BEBEDOEEERLS), BRBIRE 5137 b— NEMM > — ISR
PERZRNE S P <Y EfToTLZEW (8100 rpm) .

7. WEITTRT2HEMETIToTLLIZEINY,

BER-FEEDUOSMF IR T, TN EDREZIT > TSN,

9. BERIEHDORA V- VVIIBOSIRE, B, HIET L — bR E 5 ORER ETH T

10.

11.

12.
13.

14.

TINEELZTHZ 0DV FTOTAEEMBIILTHE Z LITERLTLES
W,

FRIEORFTH L ITEATITE, 2NN L7520 K HICER LT
72X,
AFIZEDHPEICIF, Bl hoxy EHASDETHEMA LRV TIZE N,
B ELE Y LR S =RIBICR L, #AL T EE,

—HORIEITIT, b FPOMEEZEHL TOWETOTRYVFDNICEREL T EEW
(HBSAG, HIV 1/2, HCV, HIV-1 AG £ 7-1% HIV-1 NAT, ALT ¥ KLU Syphilis [ZfattT
SRR
BEEPICENICOT D RBEDPREONDG Z L0 2308 MRELREH » &
o BIBICRE L%, AR HEELTIEEN,



VI, FEEARMEE

<tEvEhRR oo — B >

Typical standard curve

10.00 |
’g 1.00 g
X
3
2
o
o
010 |
0.01
1 10 100 1000
Mouse GIP (1-42) (pg/mL)
<#MEIEER >
<< AMIE 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
<< v Al B>
Added GIP (1-42) Observed Expected Recovery
(pg/ml) (pg/ml) (pg/ml) (%)
0 34.3
10 445 44.3 100.5
50 82.0 84.3 97.3
200 241.0 234.3 102.9




<= AME 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 70.8 924
200 225.5 220.8 102.1
<<=y XiE 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 74.5 92.9
200 223.6 224.5 99.6
<<y XM 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
< AR >
<< R 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
<< v Al 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 X 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 14.5 105.2
X3 10.7 9.7 110.5




<= AME 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 9.4 109.4
<< UMk 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
<fagEtE~ U AIEMER GIP mAE IR E DL E) >
Mouse | Time after feeding 1 2 Mean
0 (fasting) 12.1 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. 68.4 725 70.5
20 min. 23.0 225 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
< BZERSHE>
B~ T R RFAFIGTE (%)
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
<EHMRER>
FIRFFFELME - ~ 7 2MiE  CV(%) 5.8~6.0

HZEFHNE - ~ 0 2

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

VIL RyjEiEd X OB ZEIM

<HrE>
XL, 2~8CIZTIREFELTL7E&EV,

< B ZhHAR >
TOER LY 24 » A (BEHBBRIZAME IR R)

<gEE> 1% v b 96T X by (BEHEARERH 23 Te)
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