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YK231 Human Obestatin EIA ¥ v +

. BL&HIC

Obestatin iZ, 7> NOBENLNEESNT 23 BEOT I /BN LRDHTF RTH Y, HiBEREILE
LERTUEREMN 28> Ghrelin (2xf L, HAMGIEMN 277 L& 5ICHNEMPEH 220G OIS L,
HERZR > T2 ZEBBLMCSRTVWET V) Ty MAROREYREATIE,  Obestatin (L OKh
o, BEE iR, KEER O Leydig MfRICFE L. /2. IEMRL#E D Obestatin BErfE ML ITITIT
4T Choline acetyltransferase & HEFELTWET @), T b AMAEMREERERTIZ, 100nM
Obestatin AP L 0 FIEN Ca 1 AV IREN EH+5 2 EMBIEI T ET ), & 5|2 Obestatin
DT MEENEEICED, BHARHOK, BEREBIZHD T v NOBOKEMGIT 21EARH 2 2 &3 @mE
EhTwEd, £72. Angiotensin II FEDOHOKITE L MEIT 2 Z E A LM SN THNES ),

723, Obestatin 134 > 2 U 43R, 70 20— AN ITE R 2 BT 2 <. BRIZY 2095
IR OBERBICEBERIZL TV D L WHIMENH Y £ W, BT, T v MBI 2 RamER
IHOKZMZ 52 LIk ZRICRE 2 0 EHEII S E T ) Bl Cik, DI R L O
Fa 7 A b= AMHHER O BUR TH R —/3 X VI o MsER © 2 EvmE S h v ET, 4%
Obestatin 23572 =RV F —R A F A X 2 A LAKEFHOWNIFER ELFHORBP I SN TVET,

SEIARISEFTICEB VT~ A/F v ~ Obestatin EIA % v FEEFEORINICFIE, b homifk L Ok
OGS ME Obestating O EEENE % ATREIC L7=% v bOBIRICAEI L, 2z & v AN Obestatin
DIYWAERR, I L~L OEBY e EERGT D BT, Ay — L LTUERATESZ O THY £,

YK231 Human Obestatin EIA v b kS
V¥ 0.231~25ng/mL OEETHETE £, 1) BESL—+
V 41 #{k% duplicate TV vt A4 TE£ T, 2) AR
Vv m#, mE @EE20ul) > 7ILOEEIENAT 3) ZEE
EES 4) FHEHE
V EEIE20~22 B e 15BETRTLES, 5) SA-HRP &
Vv JL—bhE—3 (8 T) TOWMYUHNALAT 6) BHREER
XETOCT, Fv FOREERAAETT, 7) BRKEILER
vV REEERN%E 8) ®EE®
CV(%) 3.5~9.9 9) BRiEfER
vV HEBRKE 10) 7L — FEEARY —L
CV(%) 5.6~9.0
RELREME
2~8°CTIREL TS, #8ERLY
24 » BIRRETT,
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AFy bbb LOMEFRICEEND Obestatin ZBEBDRFEMNICEET 27200 F v b T
T, BRIFREETLALERE - EEMICEN, HEFET2HOEBEFMYECERROOEEEZIFIZL
WAREZLCOFRLRBY T, kb, HfFDOE b Obestatin IZERIISMEARD (FE 99%LLE) T
HY, BROBEIREHEZRLTEBY £7,

<FEM>

AX* v bix kb k Obestatin & 100% . ¥ 7 X/ > v b Obestatin & 37.3%. kb b
Obestatin(11-23)-NH2 & 25.2%. t b/~ 7 X/7 v k Obestatin(1-10)& 0.02% U T DX ER M
AEBHNET, 9 R/7 v b Obestatin(11-23)-NH, & DEERSHERD SNELA, £/, E b
Ghrelin, t I des-octanoyl-Ghrelin & DR ER S ITEEHBEFAUANTIEIRDONTVELA,

<BIERIE >

K7 v A RIIBEEOSWL T Y FHE b Obestatin EERAWBEEERIC, EXFF U ER LT T
EY Y OFEICSVEMEZMA LCAEETT,

BEZL—bF (96 VT) OFTILICIE, VFRVYF GG MEHIFEEINTVWET, ZOKTT
WIZEF F AAUIRREIE, ZERE L IIRES LYY ¥ b Obestatin REFAZIERMZ THA
IS ES,

Z N2 HRP (horse radish peroxidase) #i&4& SA (streptavidin) %1%, 7 TJL EIZ HRP #&4& SA-
EAFUARBR-MAEEREER St £, BERICZOEAEFO HRP EUAAET & ICLY., &
Aok b Obestatin BEZ k&2 Z &ATEEXY, BHAEEMHIE 0.231~25ng/mL TF,
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1, TRy Costed Plate 96 v 1H  BEELYFRYF 19G Hilk

2. e ®E%IER 2509 14 Akt b Obestatin

3. Dpaeaaroen HR RS NATL 14  E4FAk kObestatin

4. Sa;gffbg)‘”b“y Tk 6 mL 14  “¥HAc b Obestatin #itk

5. Sgﬂﬁﬁ%ﬁ? VEEIN 12 mL 14X HRPHEALALERILTFTEYY
6. T('\;;;gg;;te Tk 12 mL 14 3,3'5,5'-7h547 v ¥ ¥ (TMB)
7, Reacion Sopping Solution Ttk 12mL 1A 1M BEAR

g, Buffer Solution ik sl 1x  FERORSBEALEOEER
9. mgeiated Wash SOHON SomL 14 1%Tween0 #ALEGEIE AT

Adhesive Foil 3%

10 (L rmmms—n)
V. #Ex

AEZROIADTREITERALES L
EEW) ZBRE, ¥y MIEENAZ TR TORAERIER(20-25C)ICRL THLBEZMDHTLEI L,

<FERHREBLUVEE>

1.

2
3.
4

o JIEE I #RIF (V.

BELDERL. 28RLTL

v A 70ERy bBLIUF v T 20 ub~1mL) ; YALFF v o RILERY FOFERZED £,

EEROREIERT AR 7O L VEEREBE £7- 13 5 5 RESERE,

FRREERYTOEREED LT,

CEBAKE A A AB LA RS Y v &~ (500mL-1000mL),

XA AT L — FAREKER CAEKERE 450nm T, TENERKE 3.0 £ TREATREAEE),

XAV RTL— NERERE. BFEOSEIIERD IR - FLT A ARV — TREL—X—



<HEDRHE>

1.

2.
3.

4,

EAERDORABE  BERFOBRRITEER 1mL 22, NEYERSAHEI L. 25ng/mL OIELER
HERT 2, ZOZEER 0.1mL Z#HRY . INEZEER 0.2mL THRL 8.333ng/mL DZ#ER %
BET 5, UTRKROFTIRELZZEYRL, 51T 2.778. 0.926ng/mL OZRRAER % RAE T 5,
0.926ng/mL OZ#E®ZR % 0.1mL #HY . INEHEEHHR 0.1mL THRL 0.463ng/mL OZER %
AT 2, FEEEIC 0.463ng/mL DIZ#EF % 0.1mL #EY . IhEEEFHR 0.1mL THRL
0.231ng/mL DIEER % AT %, Ong/mL OIEERITEEREZ Z DX FEMT 5,
EHENEAROALE | EFNEOBRRIEER6ML ZMNZ., NEYEARILTHLERT 2,
PR OBEE DRIEAIFR 50mL (28) & FBAKE A F 7k 950mLICTHRLERT %,
ZOMOREITZ D F F <BIERIE> 1T > TERAT 2,

< BITERRIE >

1.

10.
11.

B IITHER 350uL #MA. 30 BUEREL/ER, 7REL—42—IC&>TRAEITHH T L
—FEREBLTREBRVWTY L, REBELEZTL— FZRIZZY ZRIAWVIRZF LA SICEY AN T
Lo W72 2035 L0 ICL THRPFERERR,

B TIVICEREAR 50ul 2R, DLWTEEREZIIEAE 20uL Z AN, S HICHER
R50uL ZMR %,

BESL— b2 7L — FBEBY—LTERL, 4°CT20~22 BRHET 2,
ETINPRORERE, FKiBR 350ul &l Lk, 1. CRBKOKSRELEE 5 EIIT- 2%,
REL7Z7L—b2EEA LB ECBUEATLoA Y22 EDF2 85 ICL TRAMBRER L,

B ITILIZ SA-HRP AR 100 uL Z#H0R %,

BMESL—b27L—bREAAY—LTERAL, ERTLEMRE 5325 (#9100 rpm),
BEVILRORERE, 1. ERKROBEEECGFOEIT 7. REBLIETL— FEHLF LA
BB ATL oMY e EDT5E5ICLTRDPEER

BEUTIVICERREER 100uL 2N, 7L— b2 7L — FEEBAY — L TERAL. EXORETE
w3 0HEFEYT 5,

BV TIVIIBRRIGELR 100uL ZNZ %,

A4 787 — FARALESICT 450nm OBRNEEBET B,

O RERERDBAE (Bo L) ICHL., BREREROTKE (B) O B/Bo%%:tE L. 1E4dh
BREERT 2, REBZNZTNORKEN S B/Bo% A HHE L. EHEMRICH TILH, kP
Obestatin WREZBEHT %5, F7/-. B/Bo%%zitE L. MNEDH TEREMBDIE &L RIERE
DFTIRY LABETH B,



10.
11.

BELDER

CMEFE ORISR ICHBERINEIZ (B : pepstatin A 10 4 M, F 714 protease

inhibitor cocktail set 2 &) #MZ T K&V, 7272 L. Pepstatin A 10 u M FHMDFAE. HIEE
P10 /8—t v MED EREAPEAIE N T3, Protease inhibitor cocktail set DiF4E., BaERE
BICEVERTEAVWECAEEO KRR EEA’HRINTUL S, Aprotinin IDRIEBICHEL 5 X
Bh o7 0.8 TIU/ML £ THRIMLTH, BUEMHMRLRO o o7, MFFE/ITMED
BER 77 b ISAE R WSEIER/ND T L. —30°CUT CHRERE L T LIV (RARTFDS
A, -80°COBERMEEICRTFL TSIV, MBRREITDEEER E 723 EL ORER L — b
SIS 2 ETIRBTKBREFL. TEHRIFREISAEL TLZS W,

C AEE ARRAR - BSRERAE LTV, ¥y bESBIERAOGE, AR (B LRAE (I

LB LUEHENR) OERIE-30°CUTICTERERE L TLLT WL, oFREIL 4°CTREFL. 2
BREILAICE> TS W,

CREE T TIVISEAT BBEE. MEZLICHASTIHLWTFy T AV, REBEROBERL G N

SOITEFBEL TS, BERAFRT L2, FREBILICHAESTHLOLF Yy 25T
{F2EW, BB, ERY FOBRIEIZTEANDIEREICIT-oTLIEEL,

L RER REEDISHERZEULDRETIT> TLEI L,
CRERISIENELT L — b EEXL TIT>TLIZE W,
. BREBEOREL NLVE, RIDEE, BEGEThIr Bl oRBEeZ 22 erHYEIDT, &

AR I N IRIERICIER L TS ZE W,

 NEYGEBREEROREREFTRECORR L5 AEELH S DT, BREERZANT 2014

TERBICELT (FBEEBETIBEULEEVT) »oRMLTLIEE WL,

. BR-EBRISELEIE. TACHOICPREDRFEEZIT>TLIEE L,
. AEOREFRD LCFERPIE. BUAA LA VLS ITERL TS,

REICEDAEICIE. EH0y boFy bzlAaEdbE TERALALTZE L,
BEOFy baEHINZEE EF Y POREREZN RO THE— L TIToTLEE L,



<HIEHE > BrhAEEE 0.231~25ng/mL

RE = (2% SDong/mL*0.231ng/mL)/(0.D.ong/mL—0.D.0.231ng/mL)

Human obestatin EIA AZUERHHFRD 1]

100 = ———mae: 1.4
90 iﬁ;::: —8— B/Bo% L2
80 ——0.D. (450nm)
70 Qﬁs Lo
S :
= 60 H0.8 2
3 50 S H N
m H
&40 i H 0.6 =
30 0.4 <
20
S — 0.2
10 =%
0 i 0.0
0.1 1 10 100
Human obestatin standard, ng/mL
<BERM%E>

EEHEREE CV (%) 3.5~9.9

AEBREM  CV (%) 5.6~9.0
< ANHDENE AR >
b hME (n=7) 101.5~113.2%
b b# (n=7) 106.1~118.9%
<FH R >
EFMBFICEWT8EHFRET, £ WISV TA4EFRE CRIFAFRIEERLE LT,

VI EFREiES & U HEARE

<BrE>

BHL, 2~8CICTREFLTLZE 0,
<BXEARE >

BER LY 24 v B (EREARIFANFEICERT)
<a¥t>

1%y 96 TR My (BEMBIERBEED)
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