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YK253 Human GIP (Total) ELISA %> k

I. 1ZC®IC

BREOBEUZLY . D B MIFIZ/EH L TA v A Y O EEESE 2 —REOTY
fEERNLVELELTA I LFURBVEST, 2O 7 LFUIZIEBIIE, 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
HZIEIE L., GIP OEAZ i SE D Z LN TE LD T, FERIFORBDIENHIFHEINT
WET,

A% b Total GIP [RIEMERL GIP (3-42) L G 1ER GIP (1-42)] % e B 2> i B L2 R
ETEET,

Y K253 Human GIP (Total) ELISA % b

v t | total GIP BT, N
v 3.1~200 pM OFiH THRIE TE £, HPEZTL— b
v 40 K& % duplicate THIE T £7°, 2) KETE
v JEITH 35 FEH TR T LET, 3) ARy FR PRI
v MEERS X OEEERIEOPEN TEE T, 4) e 3 EE R
v HAREIL 50 uL T, 5) P58 S s IR
v 7L—MI1% 8w=L) BV L TxET 6) FETE K

DTH v Oy EMEH AR T, 7) I AE VR

8) 7L — NEH Y —

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




0. % &

A¥y MEb boOIMmER LOEEKFICE £ 5 total GIP IREAJET 272D H D
TY, A¥ > MIXD total GIP OREILMET LB ReEME, EEMEICEN, BFTD
D A BEMEMV B ORI Ay DB A Z T IZ Wi ELZ L ORI EF A TWET, 7o,
WA OFEUES, GIP (XEHE O ARG (M 98%LLl L) TH Y ForOEEITHix & E R
LTRYET,

<R EAE >
A > b human GIP (1-42), GIP(3-42) |24 HEA)TH v | glucagon, GLP-1 (7-37). GLP-1
(7-36)NH,. GLP-1 (9-36)NH, human GLP-2 (2% 9 2 A4 EE 1T L A ERO EH A,

< JHE SRR >

Axy MZEBHEIEY Y FA v FECE ST ET, HIE7L—F (96 7T L)
DT TIVZIE~ T AHL GIP $FRE /) 7 o —F A FEREEL SN TWET, Z0%
U TVICEEER F T 3R R A, SURPUAE SRR S E. S HIC HRP it~ ¥
AP GIP £/ 7 a—FAHKREIGSE, o RS v TFEERERRSEET, KEIC
ZOEAERT O HRP {HEEEZRIE T2 Z L1k, BifAd o total GIP ZHIET 5 Z LN T
ST



M. v hOHEER

A - /A TEAR Kk NEY)

1. Antibody coated plate 96 7 T L1 K < 7 APLGIP &/ 7 a—FLHik
(HETL— 1) AN

2.Standard WORERLERSL 0.4 pmol 1A ARkE b GIP
(FEHES)

3.HRP labeled antibody &tk 12 mL 1A HRP #Eik~ ™ AL GIP &/ 7 u—F )L
solution EIREN
G UL E L AR LS

4.Enzyme substrate HEEIN 12 mL RN 3,3 ,5,5° - T hTAF NV
solution (TMB)
(B2 ZER)

5. Stopping solution IR 12 nL LA M BRESTAR
(B BOME 1RIR)

6. Buffer solution TR 25 mL IR BOSMEERIE A & TR B
(RETHETIR)

7.Washing solution R 50 mL 1A 1% Tween 20 % & o i P A ek
(concentrated)
(PR AEVEEHR)

8.Adhesive foil 38

(FL— hEFMAY—)




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 77Xy hBIOF v 7 (25 ub~1mL) ; 8#HFE L IX 12O~ /LTFF ¥ 3
NERy NOFHEZEDET

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

3. vA7uF L — MHRE IEEIT Y =— I —

4. FEMEROFRBUMER T 5 0 7 ARBRE

5. v A 7 nu7L— MEfEE, HREOLA TG, =— N7 ¢ AX0h—]
TAE L —F —F | TEZER T O EEOET

6. AAT Y& — (1000 mL)

7. REAKETIINA Ak
<ERFEDFHEL >

1. BEWERR OFHRLE  BEYESL O R BHTREENR 1 mL Z N2 WA & VAR S, 0.4 pmol/mL
(400 pM) OFEAERE 2 IG5, Z OMERERK 02 mL & & 0 . Z A& FEER 0.2 mL TAy
AL 200 pM OFEHRERR 2092, DL NRIEROAFREEZ# 0 I L, 100, 50.0, 25.0,
12.5,6.3,3.1 pM OFAEAER ZFHES 5, 0 pM OFEMERITRREIK 2 Z D E EHEHT 5,
<HEHFE > AhREFF 3.1 pM~200 pM

2. PR OFARIL - JRMETEER 50 mL (28) Z 2K 950 mL 2 AR LEMT %,

3. ZOMORIITZE O F F <WEBME> 1T/ -> THEAT D,

<HEEAE>

1. ¥v PEZ=R (20~30C) IZET,

A S & e & LR O RS RIEIC e » TR 5,

2. FUTIUT, YRR 350 pL 2Bz Lok, TAE L —Z =XV WEIT D0, HD
WET L — F IR LR E R CTb & R AN Sl Izlo& 205 koL T
WEbR<, ZOBREEZIGIZ2E#EVIEL, &5 3 HOWEERIEEZIT I,

3. B U T IVITHRMENR 50 ul &= AfL, DUV CEEERR (0, 3.1, 6.3, 12.5, 25.0, 50.0, 100, 200 pM)
F IR B0 uL 2z 5,

4 WETL— &7 L— MEARAS— L Ty— L, ST 2HMEE 5325 (19100



rom) .,

5. £z I HORERE, 2. LEROWEERIELZ AR 41T,
6. U T)UICEE AR BTN 100 uk 200 % 5,
7. MEF L — 27 L— FNEHAL— LT — A L, FRTLEMES 9> T5 (%100

rom) .,

8. WEBOREEEEIR MM T 58 LRFHFNZ M L, e U722 5 =iRICR T,
9. HFU T NHORZERE, 2. LRROWHERIELGFH 415175,

10.

11.
12.
13.

KU ) VICEERFEEIR 100 b A%, HEEEOMRIE TEIR CHE L 30 s S
Do

K VISR S IRRR 100 ub 2 h1Z %,

~A 7 a7 L— s AWEERIZT 450 nm/620 nm OV 2 IET 5,

RO Y 7 b7 =7 % HAWT, 5 (or4) —Parameter OEUFA A H L. GIP HEUER
DEIRE DR EED HAEMAR A ERR L, BIED GIP IREZRD D, ik 7 IR
Z A 25613 B AR MEIR O R FE 2 | bl AR EIR S IR EE OO EEZ 7 a b L
FEYER AR 2 MRRl L. MR D WRON B A AR YRR S Tid D, GIP DIREE & FE+ I D



V.

BELOBRE

1M#& 1L EDTA-2Na iR ML TERIR L T < 72 &0, 2288 A UL R (AR 12 2V T YK250
Human GIP (Active) ELISA & b Z HW TRIHZTEMER GIP (1-42) D 4 2 IE SN D56
I K YK253 & | Cld GIP(1-42) & GIP(3-42) D 5 % HI7E) | H. 52 DPP- 4 inhibitor,
0.01ml/mL (Catalog No. DPP4 MILLIPORE) %/l x., If#E% /38 L C< 72 &0, EZE4
M4 121%. BD™ P800 GLP-1, GIP, Glucagon, Ghrelin {77 HEZeF1ME (AA~RZ K
YVeT 4 yxrVY) bEHTEET, BEHICHETE WSS IR Z TN T
LT, —30CLLF Tulililifrfr L TS 2 E W, MIROWRIAARZ D RS X ozl
TLIZ&EN,

AT AR 2 R & LT 720, R, B GITERRE, BEHITEA LT
SV, B, Fv FEJEEMNT 256, WREOERENITE R/ T LT, —30C
UTFTTHERGFELTLEEWY (2 7 IZLETT),

RGO RICIEE 2 E U D 2 L3 B 0 F9703, 2 ORI A IR LR AR
LET,

KU TN ASOSEBEXRERE I ELY 52 FTOTERIITo TSN, £
MRz 7 L VZIEAT DA, MIEZ LI LT > 72 ., B AR 015
MIENEDIZER L TL I3 W, R A MRS 2 & &1, AREREZ L33 L
WF Y T RS T IEEN,

200 pM Z i 2 % EEMRIR DG G, BIRZ AR T v MR ORRERIC THR L THIE
LTLIEE W, BER EGSENTH SN DMK ONTIL, H 52 U DRERIC T
WL THIE LTS ZE, ARERIT. REEGEE P. 10 VI AN <A HRGAER
2 >E1% 40 B M T GIP (Total) DIEE A S EIZ L TL IE &,
FIRTOMSZEMN T~ 7 a7 L— MRS HSWERC IET L — b E2IEE S L
TS (BABKCDOHEERLS), BRBIRE 51X7 L— MEH Y — VIS
PERRNE I Po< Y T T & (8100 rpm) .

REITT X T2EHAETIT->TLESNY,

8. MEF-EELUSMEILRIL, TH0IWOEDRIEZIT > T IES U,
9. BERIEEDOFA LV VVIISOSIREE, B, WIET L — bOIRE 5 ORERETH TN

10.

11.
12.

TINEELEZTHZENH Y T O T AEREMBIILTHE Z EITER L T2
U,

BB OMBAFER S L IHMEAPIZIE, 2R BHICBRWER LS50 2 IciEE L TL
7ZEW,
RIEIZLDHEICIE, B0y bOoFy hEHAEDETHERHLZRWTZE0,
P EEIRITEE LA O=RICE L, HHLTLEEN,



V1. FEAMEE

< AR YRR O — B >

Typical standard curve
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Human GIP (pM)
< TRAMETSL R >
<k hi#E A>
Added GIP Observed Expected Recovery
(PM) (PM) (PM) (%)
0 25.8
4 30.6 29.8 102.7
20 45.5 45.8 99.3
80 95.4 105.8 90.2
<kt hi#E B>
Added GIP Observed Expected Recovery
(PM) (PM) (PM) (%)
0 45.3
4 49.8 49.3 101.0
20 61.1 65.3 93.6
80 120.3 125.3 96.0




<t hffE C>

Added GIP Observed Expected Recovery
(PM) (PM) (PM) (%)
0 26.4
4 29.4 30.4 96.7
20 44.3 46.4 95.5
80 98.8 106.4 92.9
<kt hIufE D>
Added GIP Observed Expected Recovery
(PM) (PM) (PM) (%)
0 22.7
4 27.1 26.7 101.5
20 39.8 42.7 93.2
80 92.0 102.7 89.6
<t hmiE E>
Added GIP Observed Expected Recovery
(PM) (PM) (PM) (%)
0 8.8
4 11.7 12.8 914
20 26.6 28.8 92.4
80 89.5 88.8 100.8
<FHRABR1>
<t hfE A>
Sample dilution Observed Expected % of Expected
(PM) (PM) (%)
X1 76.3 76.3
X2 36.5 38.2 95.5
X4 19.0 19.1 99.3
X8 9.7 9.5 102.0
<t hmiE B>
Sample dilution Observed Expected % of Expected
(PM) (PM) (%)
X1 32.1 32.1
X2 16.1 16.0 100.2
X4 8.8 8.0 109.5
X8 4.2 4.0 104.6
<t b cC>
Sample dilution Observed Expected % of Expected
(PM) (PM) (%)
X1 45.7 45.7
X2 22.8 22.9 99.8
X4 13.0 11.4 114.0
X8 6.6 5.7 115.2




<t hIniE D>

Sample dilution Observed Expected % of Expected
(PM) (PM) (%)
X1 63.5 63.5
X2 345 31.7 108.7
X4 17.4 15.9 109.7
X8 8.9 7.9 1115
<t b E>
Sample dilution Observed Expected % of Expected
(PM) (PM) (%)
X1 334 334
X2 16.8 16.7 100.4
X4 8.4 8.3 100.4
X8 4.3 4.2 102.6

<FHWRHER 2 > &% 4 0 RO MIEF GIP (Total) DEBE

<t Mg A>
Sample dilution Observed Concentration Mean
(PM) (PM)) (PM))
X1 Over
X2 Over
X4 Over
X8 127.6 1020.8 1020.8
<t hmiEB>
Sample dilution Observed Concentration Mean
(PM)) (PM)) (PM))
X1 Over
X2 150.8 301.6
X4 84.7 338.8
X8 43.1 344.8 328.4
<t b cC>
Sample dilution Observed Concentration Mean
(PM)) (PM)) (PM))
X1 Over
X2 Over
X4 171.6 686.4
X8 81.8 654.4 670.4

10



<t hIniE D>

Sample dilution Observed Concentration Mean
(PM)) (PM)) (PM))
X1 Over
X2 Over
X4 124.4 497.6
X8 62.3 498.4 498.0
<t b E>
Sample dilution Observed Concentration Mean
(PM)) (PM)) (PM))
X1 Over
X2 Over
X4 Over
X8 100.4 803.2 803.2
<t bk F>
Sample dilution Observed Concentration Mean
(PM)) (PM)) (PM))
X1 187.4 187.4
X2 101.0 202.0
X4 50.2 200.8
X8 24.9 199.2 197.4
< ZERISHE>
BT F R RO (%)
GIP (Human) 100
Glucagon <0.1
GLP-1 (7-37) <0.1
GLP-1 (7-36) NH, <0.1
GLP-1 (9-36) NH, <0.1
Human GLP-2 <0.1
< BB >

FIFRFFEME © b ME  CV(%) 4.7~6.8
AZFBME . & bfSE CV(%)5.2~5.5

<HEHBH >

3.1~ 200 pM

11
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< B>
L, 2~8CIZTIHRIEFELTLZ& W,

<HZhEAR >
BEH LY 24 » A (BEHBRRIZAME ICER)

<>
1%~ 967 A boy (FRHEHRBRERH 25T
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