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YK161 Total GLP-1-HS ELISA &% v bk

I. XL®IC

cDNA DIEE XL VI LN SN 7V T URIEBMAD T F FEdE X, 7V &
VFUBAEFEA T F N O(GRPP) IZfEE ., Z VT GLP-1, GLP-2 BeAlhs B
ENTWET, ZOT NI A FBEDO T vt v 72 K0 PETIL GRPP
TN TN, FBEICBNTCL, FELTT VBV TF U AT ME
Va ) U GLP-1 B X OGCLP-2 R ENENEMR I NVE T, GLP-1IZ>& F LTI,
GLP-1(7-37) 33 L OV GLP-1 (7-36) amide 234 F TIZHI HAL TN D A A U 43k
W E DR TH o & b NBRIEREZA L TNDHZ ENbhrsTNET, ZD
95 GLP-1(7-36)amide MFEEL L TAEKNTHAEL TWHIEEEZEZ LN TWVE
7

ZAVOTEMA GLP-1 & FEEA A ARG 2~ 9 GLP-1 1%, IHITIs VN CTRESR
T 5 DPP-4 1T K B IEFITHC R RE N 3R 2 2 1T 5 CABIEMEZ R0,
ANTEMERY GLP-1 & 72 D5 F N HILTWET,

ARy MEIIEER GLP-1 3F QNS ATEMEAL GLP-1 O GLP-1 OHIE #1T 5 F T,
DPP-4 |Z K B 88 % 2 F 72 i o Total GLP-1 OE&E A AJREIZ LTV E T,

YK161 Total GLP-1-HS ELISA ¥ k

¥ GLP-1 JIEH T, ) WESL—h

V¥ 1.235~300pM O#IH THIETE ET, 2) FEVES

Vo ORET 1 B0, 5 B30 TR T L E T, 3) AR R PUARIR

V¥ 41 Hifk% duplicate T7 v A TXx %9,  4) SA-HRP KK

VR X ORI ORE N AIHETT, 5) BEFRIEWK

Vv RRIREIX 25uL T, 6) BEFERSE R

v JUL—HMNI15 @Ux) IRV 7) RRTEHR
TEXETOTE Y FOSEMEHNTRETT,  8) IEMEIiiK

Vv [FIREEEEM b FfSE V(%) 1.98 — 5.43  9) FL— NEHHI—L

Vv HZERBWE v bl V%) 2.21 — 3.84

BT & ZEM
2~8CTHRIEL TLZ &V,
MEH LD 6 » ARNIZETT,




om. % &

AK¥xv MIZ7v bBLOE MUEIZEFEN D Total GLP-1 ZEEMIZHIET HH D
T9, A% v MZ LD Total GLP-1 OBEIXFEE T, L FEM:, E&MEICT <,
A7 DM O EBEEDE SRR ) DB EZ T IZ Wi EL L OFERH Y £77,

<Ry Fe >

A¥ v MIT7 v FBLOE b Total GLP-1 IZFFEMTH Y . 7 v FB LU b GLP-2,
Z > k Glicentin, B b Glucagon, 7 v h, ¥~ AB LNk b GIP(1-42), 7 v B
F O |k GIP(3-43) & DR ERIEMHEZRBD EH A,

GLP-1 7 7 7" A > Xt DA ZEMUEIX, GLP-1(7-36) amide % 100% & L7=%6
GLP-1(1-36) amide 3 & T GLP-1(9-36)amide |ZIX[A% O a2 H L £ 428,
GLP-1(1-37), GLP-1(7-37) & DAZZFUMEIZZEN LN 9. 1%, 9.4% T,

< E S >

ARF¥ > MIZED Total GLP-1 OREILT > A v FIEIZESNTHHTWE T, HlE
L—h (96 7=)v) OF% T/ FHGLP-1 AV 7 v —F PR EEL S 4
TWET, 2O/ Y T)VITHEER E I3 E A, PURTIAES R EZ Bk S &, &
SIZEFAF G 7 Y50 GLP-1 R Y 7 o —F Pk L FOS S8, o FA v FEE
HREEHRIEET, 2OV FA v FEAEERICHRP #HEA LT T EV 206 S
HET, HEICZOEEEPTO HRPIEHEZRETHZ L2k Bk GLP-1 JRE
BERODHZENTEET,



M. % bR

PRK - BRE JIZIN Bk N

D JWEZL— kK 1 ¥ (96 ™7 /L) 7451 GLP-1 Hifk
[EE{L 71—k

2) fEmHEL, T R 1 A (300fmol)  GLP-1(7-36) amide

3) FERRR BPURTRIR LRI 1 A (12mL) v A F ALY GLP-1
PRI KL OFRr A G
BrEFZETe N U A SRE K

4) SA-HRP &% IR 1 A (12mL) HRP A F L7 T B
U L OERF B RU
BrEFZETe U o FREE

5) BEFRHEK IR 1 A (12mL) 3,3 ,5,5° -7 AT AF )L
~ v v (TMB)

6) FEEFR T IR TN 1 A& (12mL) 1M H,S0,

7) FETEIR HEEIN 1 A< (20mL) IR RO SOGREH 2 E e
N U AR B

8) IR VEAHIK HEEIN 1 7 (50mL) 1% Tween 20 Z&ie

9) 7L— MNEHAMAY—/V

4

Tt A B R AR



IV. BEE

HEZ RO DRNCSLTBHALTZI VD, R F vy MIEERDL TN TOREITE
HIZH ELTHBHEZRD TS, )

<A RER L OUEE>

. ~A4 78Xy hBLUTF v 7 (25~1,000uL) ;8 HEE /- 12 EO~ILFF v %
ey NOMFHEZEOET

~A 7 uaFL— sAWCER GAERE 450nm TR 3.0 £ THIE T 2 3EE)
~A4 a7 —NHEE SWEITY = —h—

FEYERE OFHEUZAE 325 1 7 A O FABRE

~A 7 v L— MEGEEE HFEOSEITER g, = — FLT o At —
TAE L= —F I TBZER S TOERZEDET

6. AAL Y &—(1,000mL)

7. ZREKFETIIWA A K

1 W DN

<HAIE DT >

1. FEAER OFRE  EAERL ORSE (SREERZ 1ol N2 N 2 iR S &, 300pM @
T 2 595, Z OMEHEE NS 0. 1nl &2 & V. T A FEER 0. 2mL TR L,
100pM DFEAEWL A FRES %, DL FEEORRE/EA v K L, 33.3, 11.1, 3.70,
1. 24pM DFHEYER, 2 FHHRLS 5, OpM OIEYER IR 2 7 D % £HEMT 5,

2. VRBHR ORI © BEREEIR 50mL (2 8) & 950mL DR /KIC CHIR LEMAT 5,

3. ZTOMMORIEITE O FE FHEBRIEIHE > THEHAT 5,



< EHAE>

1.

* v FARZE=EE (20~30C) IZRET,

PEAEL 3 K ORI 2 _ERt O EKFTIRNEICHE » TR 5,

BT T, ek 350ul Zfiilc L7cte, 7 AL =2 —IC X V51320, &
6wﬁ7v—%%ﬁ%b&%ﬁft%k\ﬁ&ﬁw&&_%<tt%oﬁéi5
ICLTHRERLS, ZOBREZ I HIC 2V IRL, &8 3 BOBEEIEEZTT O,
K TVITKREIR 100ul 2 AdL, DU CHEEAERR & 72 13K 25uL 2Nz 5, FEAERR
DI EEIED THORIRO D EEKZ D ETOBEIZTE 2720 T AN T-
TLEEW (30 43 L),

WESL— b 27 L— NEHAAY—LTr—L L, BETISKHIEE YT 5 (W
100rpm) .

5. £ T IV HORERE, 2. LEBOWEERIELZ AR 3 EITH,
6. 75U T/UITAERARF R HUARER IR 100uL 2012 5,

HEFL— 27 L— MEHAAL—ALTY—L L, |IRT1ERIE: > T5 (1
100rpm) .

8. VHEEOEEFRILE W ZMHEH T8 1 FERIANZ oL, Ftﬁi THRIRIZET,

10.
11.

12.
13.

14.
15.
16.

KU NAHORERE, 2. LRBEOERERIELAF 3 T

& 7 LT SA-HRP #8#E 100ul =z %,

WEZL— b 27 L— b EAHY—LTY—L L, BIRT30DMIEE > T2 (K
100rpm) .

T NVHOWEERRE, 2. L RBEOTERIEL 4 11T 5,

KU T VICEEFR LB R 100ul 0%, EORIRRECTREE L. =R T 30 RIS S
NERON

K T )UIZ SR SO IEWR 100Ul 2 AdL b,

~A 7 a7 — N AW EEE T 450nm OWE A HIET S,

RO 7 v o7 ZHNT, 5 (or 4) —Parameter OEIFERZfHEH L. GLP-1
FRYER DR EE ORIEM D SRR AR L. BIRD GLP-1 IREE A KD 5, Wi
KBTI Z W2 35613, BN ER OB EE 4| Mitdhl IR B AR B OO
F%fmy%bfﬁﬁﬂ%%%ﬁb\@%@&%E%@ﬁﬂ%ﬁ%f@w\aw1



V.

BELOER

IM#& 1% EDTA-2Na WRINERIMAE CTEEL L T< 72 SV, MR A I ER ., mAE % 45 i
L EBIZHE L T30, EHIZHIE TE RWISEIXmE 2 a1 T LT,
=30 CLUL FTHARAFE L TS IEE W, BIRDOHR MM LMD RS RN EHIT LT
TSV, 728, A UMERIRIKIZOWTHO % v ~ &2 AW TIESER GLP-1 DA%
HIE &N B5E1E, DPP—4 inhibitor & MERMAE~NRIML T 72 &V (ks
wOMWOWF4mmmwr®$%ﬁ%m®%@if§Wiﬁho
AT AR A JRAIE LT 28, RS, EEMITARNE, BEHIEHLT
<V, ¥y bESEEHT 256, W% OBEER ORI iﬁ7xa®@
O TOVIRER) Z BV 72 &, B OBRIE 300pM OFEHER > 5 Fif- 12
AR AT > TSI, W% OFEHES (300pM) 1% 4COMEMRA R LW
—30°CLL T DEHGREIRAE TR 4 R ZE TT
BEWEIR DR H D T ORI DR Z 5 ETOEREIXTE 5720500
24T > TL 72 &V (30 23 LLN)
BRI FE ISR A E LD Z 2R H 0 £33, 2 OBIIA IR R
WL £,
BT NSO GEEEITRER EICEEEZ 5 2 F T O TIEMRIZIT> T EIN,
FIBEE T T ZEAT 25613 BIKZ ST LTy 72 v, BRIRHEE
M OBEGRERIRNEDICER LTSN, EHEEREHRRT 5 & X3, AREMD
IZHTHLNT » T Efli-> T 7ZE,
300pM % 2 2 WK DA X RIKZ AR ¥ v NESAF OB IC TAR L CHIE
LTLEE,
FOSIZIIv g~ r7un 7 L—MHIRE SE W, flE7 L — hEEE 5 LTL
EEW (BAEOHEZERLS), RBEE 5137 L— NEAH Y — MBS A
TR NE 2P D EfT-oTLEE W (8 100rpm)

8. WIEITT~T2HMETIT- TS,

10.

11.

12.

13.

BB - FEROGME LR, TN EOREEIT> T IEE 0,

g2 B DI L~V IE O RE ﬁ%\wifv%k®%k5®ﬁﬁﬁgfb
TN TTREELZZTHI N ETOT, EEMBRITILTHE (AR L
TLEENY,

BRIEORET S LIIFEAFICIE, IR SO0 E D ICERL
TLEENY,

KIBEZEBWEICIEZ, Bbay hoxy hEflAGbETHEH LN TS
l/\

PSR VBRI TEORIRBE CRIRICRE L2z, EH L TS 7E a0,



VI. ZFEAMRE
<FEAE RO — 151 >

Typical standard curve

10.00 —
1.00 +
= ;
S
2
a
o
0.10 /
0.01 . :
1.00 10.00 100.00 1000.00
GLP-1(7-36)amide (pM)
< EIE] R >
<k MAHE A>
Added GLP-1(7-36)amide Observed Expected Recovery
(pM) (pM) (pM) (%)
0. 00 3.41
5.00 8.43 8.41 100. 24
20. 00 23.06 23.41 98. 51
100. 00 106. 36 103. 41 102. 85
<kt hinf#E B>
Added GLP-1(7-36)amide Observed Expected Recovery
(pM) (pM) (pM) (%)
0. 00 4. 30
5.00 9.15 9. 30 98. 39
20. 00 23.01 24. 30 94. 69
100. 00 98. 45 104. 30 94. 39
<k h#E C>
Added GLP-1(7-36)amide Observed Expected Recovery
(pM) (pM) (pM) (%)
0. 00 7.99
5.00 13.33 12.99 102. 62
20. 00 28. 99 27.99 103. 57
100. 00 116. 98 107. 99 108. 33




<t hi#E D>

Added GLP-1(7-36)amide Observed Expected Recovery
(pM) (pM) (pM) (%)
0. 00 21.03
5.00 26. 32 26. 03 101. 11
20. 00 39. 00 41. 03 95. 05
100. 00 114. 36 121.03 94. 49
<7 v hfE A>
Added GLP-1(7-36)amide Observed Expected Recovery
(pM) (pM) (pM) (%)
0. 00 11. 31
5.00 14. 87 16. 31 91.17
20. 00 26. 47 31. 31 84. 54
100. 00 82. 86 111. 31 74. 44
<7 v ME B>
Added GLP-1(7-36)amide Observed Expected Recovery
(pM) (pM) (pM) (%)
0. 00 7.91
5.00 11.81 12.91 91.48
20. 00 22.82 27.91 81.76
100. 00 81. 87 107.91 75. 87
< F B >
Dilution ratio Observed Estimated Recovery
(pM) (pM) (%)
(=R | x 1.0 27. 62
x 2.0 15.73 31. 46 113.90
x 4.0 7.14 28. 56 103. 40
x 8.0 3.08 24. 64 89. 21
b b IE 2 x 1.0 37. 22
x 2.0 20. 65 41. 30 110. 96
x 4.0 10. 66 42. 64 114. 56
x 8.0 5.24 41.92 112. 63
b hiffE 3 x 1.0 32.07
x 2.0 15.78 31. 56 98. 41
x 4.0 7.14 28. 56 89. 06
x 8.0 3.18 25. 44 79. 33
b kIfE 4 x 1.0 15. 31
x 2.0 8.52 17. 04 111. 30
x 4.0 3.96 15. 84 103. 46
x 8.0 1.41 11. 28 73. 68




Dilution ratio Observed Estimated Recovery
(pM) (pM) (%)
Z v b 1 x 1.0 14. 87
x 2.0 6. 17 12. 34 82.99
x 4.0 2.89 11. 56 77.74
x 8.0 1.32 10. 56 71.02
7> Mg 2 x 1.0 10. 30
x 2.0 4.93 9. 86 95.73
x 4.0 2.32 9. 28 90. 10
x 8.0 1.03 8.24 80. 00

< FHLERER >

FIRFAFELME - & MIMAE CV(%) 1.98 — 5.43
HZEFEM v Mg cv%) 2.21 — 3.84

<EGEROEYE>

GLP-1 fragments

Crossreactivity (%)

GLP-1 (7-36) amide
GLP-1 (9-36) amide
GLP-1 (1-36) amide
GLP-1 (1-37)
GLP-1 (7-37)

100
100
100
9.1
9.4

Related peptides

Crossreactivity (%)

Rat GLP-2

Human GLP-2

Rat Glicentin
Human Glucagon
Rat GIP (1-42)
Mouse GIP (1-42)
Human GIP (1-42)
Rat GIP (3-42)
Human GIP (3-42)

<0.
<0.
<0.
<0.
<0.
<0.
<0.
<0.
<0.

1
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<HpPE>
L, 2~8CIZTIHREL TLIZ &,

< B>
BER XD 6 4 H
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