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YK131 Mouse / Rat CRF-HS ELISA % v b

I. IIC®HIT

Corticotropin Releasing Factor (fII%& BB HIH A /VE » BUHIR T, CRF) 1% 1981 4 Vale H 1
L0 e D ORRE TERY S HEE E R E SR F FTH Y P, Corticotropin Releasing
Hormone (CRH) & HIEFHMTWET, & h CRFPE T v b CREIZFE—7 2/ BRELSIT, W
TG 41 7 X ERE (MW. 4758) 6720 CRImIZT X MEEIZZR > TWET, £z,
<A CRFH & b CRF, 7> b CRF &[F—7 2 /IS THD Z ENBDLNTHET,
CRE 7 7 2 U—IZJ& T %~ A/7 > k Urocortin 1 & (X7 3/ FEECLS T 45%DFLINENFE D B
N V%7, b b Urocortin 1 D7 X/ ARSI & 13 42.5% DFELIMENED SN TWET 9, CRF
VI T AR IV T ACTH Gk K OV AR 3 2 BIK T8 — T (A —FI% R (HPA)
DEFREFDO—>TH, CRF (LFE7z, FBEMRRBIOTEREZNL, A FLRIZKTS
FOSICEE L TWA L b EZBNTVET D,

CRF Ot N CTOEREATAITHRKR FEOIZCEH., B, . 165, BIREE. kB
Ml ETHY | Ty N TIEHR FEUSMI /NN, BRI ER e RN A AL TS L ORI, T8
RICHATHZEDRHONTWET, v U A TIEERBIREDEWEIKR T, EFFEk LS
FRARIR, RATEEZE, G . DM CTORIEEE LIRS SN TOET Y, WPFRBIMUAMTIEL 4y
L TWDH7ZH, ML CRF A% O F E£HUR FHE — T TAA—FIE R (HPA)DHERE 2 SR3 2 7
LROFEGEMIINE ISR RICE > TOWEF A, RANKOIXMF CRF ZEHE D~ —F—& L TH
AT 22 EMTEDREMZERILE L2 2, 4, CRF L X L AB LT LY A v —
i (AD) OBIHAER SHL, 9o 'O, RLRE " D7 U CMAEBER (CSF) " CRF O
RENET D2 ENERINTHET, St WIFEEA MU 2ARICEIVERLT-E
FILT v b OREERALD CRF ZHI%E L, CRFIZITZA R VAT 2EER O 5 Z & AR
EnFELED, AD L OBEIZOWTE, AD 30 CSF 10> CRF SfEiG M A L v &
LRV EW @t nH 0 | Davis HIFEEZEEOH R HEE (Dementia) @ CSF H1 CRF
DAL T 26 L. CRF 3L FEWE ~—F— & L CTHEI D Dementia 35 L OV AD FEFH D2 W
ICHHATHD Z AR LE L, £/ p=ofifk+ Cid CRF 1338 % binding protein (BP)
ERED LTEE CHEET 523, Behan 513 AD FBEORFHGRT O CRENFE LK TFTTHZ L%
B SMZ L, B MMF O CRF 23 BP & OFEAIZ LY CREZAEREAREEZ LI L &L, AD
Rz CRF 13, CRF—BP fERIC L > TIRESNS Z L 2R LE LD, 29 LR
75 MR CRE ZHINESE 5 Z L2k AD OIGHRICEN L RN H 5 LML E L
10 —J5 . HEEMRGIIEL T CRF OFINC LV 7 2 u A F— BT F NIT X 2 MBBZE ]
ENFZ D, CREFMN= 2 —1 Uk UREIERA S 5 L RE ST ET 7,

2O LM K 0 . RINERFZEAT CIEERk D CRF BIEIL, £ OHARIEH OfffT, A
U RIGE R, BEAD OWFFRICHNEDH D TH % & %, CRF JIEEIZ OV TR
F\RLMER, vU A, 7y oML L OO MR %2 B E TX 5 CRF-HS ELISA
X B LB LE LT,



YK131 Mouse / Rat CRF-HS ELISA ¥ v b

v v ABIUT v  CRFHIEHTT, N
Y 0.078~2.5 ng/mL O#IPACTHIE TE £7, DjE 7 L— k
Y 41 1K % duplicate CHIETE 7, 2) FEHE T
v WEITR 7.5 R TR T L £ T, 3) Bk PR
v IERS KON O RIER TE £, 4) SA-HRP ¥4
v RIAREIT 50 uL T, 5) Bk FE B
v 7L—NMFE15 @ U=) BRI LTEET 6) B 38 SO E 1R

DTx v FOFEEH N ATRE T, 7) B AEHE

8) WA eI

9) 7' L— NEFAH Y —v

RAF L ZEME 2~8CTIRIEL TS IE &Y,
BOEH XY 24 » HHIFZETY,

o. % &

A¥y MI= T AT T v b X ORI HIC & £ 5 CRF BRI Zh(
JLERZ: LICIESE, EEMICHET 57200 O TY, A% v MIL 2 CRF OWE XM E
TLH R, EEMEICEN, T MO ABRIEEDE O 7 DR %2 5% T2
LW EL DRIREMATWHET, kb, IRTOERES CRF(1-41) X RNIEMFIEATIC
BOTER L= @O SRS (HE 98%LL E) THY, BROEEIIMEIIEZ LT
BOFET,

<Rp SR>

A¥ v MICRF IR THY, yaoalFrl (VA Iy ) BLORyean
Frl (B F) ICHTIRERGHEIZE AEROETA, BB, MORZERGEDRE
HZOWTIX 13 X—=VICEH LTV Ed,

< S >

ARF v MZE D CRF OWEIZT > KA v FIEICESHNTITET, HIEZ L — K (96
v ITV) OF T TIETHFHY T A/F v~ CREGUEREEILS N TWET, Z0%
U T UIEREIR F I 3R A A, BURBUAES R ZTER S E, S olcedF i by
XPi~ T A/T7 v k CREFUK LGS, o R v FEEEEZERSEE T, Z0EA
RIZHRP #5E A MLV T BV VARG SHE T, HEIC T OBEEEF O HRP &4 H
ETHZ I, BIKATFO CRFEEAZRDDZENTEET,




AL - 2R A IR RS NEWY)

LAEZ L —k 9% vl A& UYHXH~TA/T v b CRF FUKEENL T L— b
7L— b

2 PR HE S, WG S, 2.5 ng 1A ~ A/ v b CRF(1-41)

3 AR BRI HEEIN 12 mL N EAF ALy~ 2 /5 > b+ CRF HiiK

4.SA-HRP 1A% Wk 12 ml 1A LEER % G e V) A KRB VAR L7 HRP A5 A

ARV RTEYY

5. R IE IR 27N 12 mL LA 3,3 ,5,5 - T FT7AF AR UYL (TMB)
6. 1% 58 St 1R N 12 nL LA M FRERVAIR

7 B {EIN 20 mL LA BOMEEREE & & TR iR

8. I M etk L2/ 50 mL LA 1% Tween 20 % & Teiff A oL ARG K

9. 7L — FEMMHY— 4 K




V. #fEik

HEZ D DENCHTBHAL SN, FE ¥y MIEENL TN ToOREII=IE
R LTOLHIEEZBD T ZEN,)

<A R Hode K OVLE >

. v/ 7 by hBLOF v 7 Q5uL~1mL) ; 8 #HE 2T 12O~V /LT F ¥ R/b
By NOEREZEOET

~A 7 a7 L— NAWRIEER (AERE 450nm THSLE 2.5 £ THIE TS 53EE)
~A4raSr—  NARE SMEIT = — I —

MR OFIRUAE 92 T ARBRE

~A 7 a7 L— MERLEE, BREOSGEITER TR, =— N7 0 A H—]
TAEVL—F—F T FEER S TOFRHZBEDET

6. AAY & — (1000 mL)

7. R ETNINA A K

ok won

<F U AL Ty MEHERERORH >

BB . =0 AMkERR. 7 > N IRHAR
FHHHE @ 0.2% Nonidet P-40 %4 PBS (10mM, pH7.2)

. L7~ 2ABHH0NET v MGk E 77 AF v 7 BORBRE I AN, FIET 5,

2. 30 fEEOMEANAZ, REY T A A L%, BHE O =L (18360 x g, 4°C,
2043) T2,

3. mOE, RIEEZHRIUELICHES 2, EHICHIE TERWESIE—30CLL T TR
L. HERFCRELAE L, EIRIZE L T LRIET D, REMDE U6 i 3m A O
Ty (1750x g, 4°C, 157%3) LBRET D,

MVL FEAMERE <A IRGERER > Cor Lz £ 51, ABRERBR 24T WO EAREDS O 4 2 b
OREMERH LT EE0,

<< U A, T MMISEOERE>
M3 DERH D 72 8 DERIMIZ 1 EDTA-2Na (1 mg/mL) HSINER LA % FV 5, I SfEEE B |

EHICHE T R2WEASI3/NS T LT —30CLL T CHFEIRET 5,
KIMAEDOBHFEAE OV IR LITfTh R nE 91 LT &0,



<

L.

2.
3.

AL DFH L >

TR O FH B AEYE S O R REENR 1 mL 201 2 NEY) % IAfif SH.2.5 ng/mL O
TEHEG 2 S5, ZOMERERE 02 mL 2 & V. ZHEREEE 02 mL TARL 1.25
ng/mL OEMERZ T 5, LFRBROAIRERIELZ MV K L, 0.625, 0313, 0.156,
0.078 ng/mL DOFAEHEWK Z T 5, 0 ng/mL OAEAERRITREE L 2 T O F FHEHT 5,
e <JAE L > A EFF  0.078 ng/mL~2.5 ng/mL

0.078 ngmL % FE2 X5 RIEKEORMEN TR INDHE, BHRELE L TEHIC
0.078 ng/mL DAEYER % 2 575 L. 0.039 ng/mL OIEHERZ T 5 Z LN TE £,
Z DA, 0.039 ng/mL~0.078 ng/mL i [FH o I EE DR 1E EFCA 2 E fEE 1% L
m@m<IEH Y EHADOT, MIEMEE LTHEHLTIEI N,

Vel iR OFRRIE - JRAETEEIR SOmL (&28) 288K 950 mL IZ TAVR L35,
Z DM ORIEILZE D F F <JEHIE> 120> THEHT 5,

< EHAE>

1.

X v PAEEZ=ER (20~30C) [ZKET,

PEAE RS L ORI 2 _ERt O EKFIRNEICHE > TR 5,

F U TS, Vel 350 uL 27z L7c, 7T AL —Z—IZX0WnIT 250, H5
WET L — MR LIRE R Tl & RZ AN SR Felzx 2155 L 912 L T
WaR<, ZOBRFEZILIC2EFVIRL, A5 3 BIOWRERIELIT O,

3. & U T VICKEEIR 50 uL & AdL, DU TEEERR & 72 13K 50 uL 2% 5,

HETL— b7 L— MEBA S — A To— A L, RIRTARIEE 535 (100
rpm).,

U NAROMRERS, 2. LFEROEERIELGF 4 TS,

U T VITHERR BT 100 uL 2 1A %,

WEFL—ha 7 L— MEBAY—LTy—A L, RET2HEIEE 975 (19100

rpm),

8. H VT NHOEAIRE, 2. LFROWEHEHRIEL GF 4 BT 9,

10

11

12

13

14

% 7 U SA-HRP % 100 uL 21z %,

HESL— b 27 L— FEHEAY—LTY—L L, KETIERESE 9725 (100
rpm),

VR OFREE IR AT 28 1 REFATNC oL, B L2 6=EIZRT,
KU AHROEERE, 2. EFEROEERIELZ G4 FIT O,

B0 T VI EEFRIERE 100 uL 200 R ., HOEOMRE TEIR THAE L 30 oMbUS S8
o

KU TV EEFR SOGME IEHR 100 WL 2125,



15.
16.

10.

11.

<A r7ua7L— NHRIEEEIZT 450 nm OWIEE A RIET 5.,

MDY 7 v =7 % HNT, 4 (or 5) —Parameter, & L < I Log-Logit D[a)F=
ZAFH U, CRF FEYEIR O IR FE ORI E D HFEERERHR & 1ERL L. F{AKD CRF R %K
D5, FXEBTIRRE O 55615, Bl (Log ) (TAEYEMK DR Z | #itHh (Linear
D AR EIR A IR EE OWOLEE 2 7 N U, AR AR U, BRIR OO 2 1 vE
BHARIC Y CIdeh, CRF ORI % Fir B 5,

BELOER

- RS R 0 B0 1 L C-30°CRU T THRERAE L T2 SV, BB o ik s 2

OIS RN E DIZ LTI E W, JIER, |IBICEL TOLHEL T ZEN, R
EMOH 556, WO TEO (1750x g, 4C, 1547) LEBREL TS EIW,

iR RS . MR L . B ICHE LT 2 S0, HBICHETE A0
AL Z W B/ LT —30°CEN TR RAT LT <728V RIRO BT A R %
BVRS2NEDIC LTSV, milld EDTA-2Na (Img/mL) WRANERILE THRI
LTLIZan,

UKL A & LT 28V, BT, BRI AR EHICH LT 72
S, BB, Fy R ESEATHEEA, HNBOEERILET/ YT LT, 30T
PTG RAE LT 2 S0 (191 7 BIREETT),

PR LA IR A A U5 = L 3 0 978, T TR LA R I Y
LET,

- BT T NASOGERETIERE IS B A G A ETOTIEMICIT> T ESW, £

BiRE 7 T VZEAT DA, RIEZ S ISH LT > 72 H, BRI AR 075 Y%
DRNEIICFEE LTI, EEREHNT D & &1, MREEI LT HL
WF T EffoS T TZEN,

2.5 ng/mL 82 2 @ EMREOSGEIE, BIREZ AT v MR ORRETRIZ TAR L TR
ELTLIZE0,

FIRTOMNZEZEM T~ 7 a7 L—MNHEE HSEEHOCIET L —FE2IEE S L
TS (BREKEOEEERLS), BRBIEE Y IETV— NEAH L — TSR
MIERIENE S Po< ) EFTo T ZEW (8100 rpm),
EIZTRT2EHAETIT->TLEENY,

BB DSOS L 1T, TSI EEDRIEZTT> T E &0,
BRI E ORE L -VIISONRE, R, HIE 7 L — FOIRE 5 ORER ETHT M
TINEELZTL2 0DV FTOTAEEMBIILTHE Z LITERLTLES
W,

FEREORAFT S L IFEAPITIE, 2ROV Y= D0 X dicEE L TL
=30,



12. RIEICEAHEEICIE, BAebdoy hoxy hE2#HAEDLETHEHLARWTLS &N,

13, MR A ERITEDL LA O =|IRICE L, AL T ZEN,

VL. EAMERE
<ARHE R > — ] >
3.0
25
/
§ 1.5
- S
© 10
0.5 ./’/.//
0.0 : :
0.01 0.1 1 10
CRF (ng/mL)
< ASINEILFARR >
<< RMIFEA>
Added CRF Observed Expected Recovery
(ng/ml) (ng/ml) (ng/ml) (%)
0.0 0.06
0.1 0.15 0.16 93.75
0.3 0.26 0.36 72.22
1.0 0.70 1.06 66.04
<<= v RMfEB >
Added CRF Observed Expected Recovery
(ng/ml) (ng/ml) (ng/ml) (%)
0.0 0.02
0.1 0.11 0.12 91.67
0.3 0.26 0.32 81.25
1.0 0.64 1.02 62.75
<<URMIFEC >
Added CRF Observed Expected Recovery
(ng/ml) (ng/ml) (ng/ml) (%)
0.0 0.04
0.1 0.17 0.14 121.43
0.3 0.31 0.34 91.18
1.0 0.66 1.04 63.46




<= RMIED >

Added CRF Observed Expected Recovery
(ng/ml) (ng/ml) (ng/ml) (%)
0.0 0.06
0.1 0.17 0.16 106.25
0.3 0.30 0.36 83.33
1.0 0.71 1.06 66.98
<7y hmiEA>
Added CRF Observed Expected Recovery
(ng/ml) (ng/ml) (ng/ml) (%)
0.0 0.07
0.1 0.16 0.17 94.12
0.3 0.30 0.37 81.08
1.0 0.84 1.07 78.50
<7y Fm#EB >
Added CRF Observed Expected Recovery
(ng/ml) (ng/ml) (ng/ml) (%)
0.0 0.03
0.1 0.14 0.13 107.69
0.3 0.35 0.33 106.06
1.0 0.85 1.03 82.52
<7y hm#EC>
Added CRF Observed Expected Recovery
(ng/ml) (ng/ml) (ng/ml) (%)
0.0 0.00
0.1 0.11 0.10 110.00
0.3 0.23 0.30 76.67
1.0 0.68 1.00 68.00
<7y FMm#ED >
Added CRF Observed Expected Recovery
(ng/ml) (ng/ml) (ng/ml) (%)
0.0 0.00
0.1 0.09 0.10 90.00
0.3 0.21 0.30 70.00
1.0 0.68 1.00 68.00




<FBRHBR >

<= 7 A EE>

1.0

o~ U AMFEA
A~ U XIMHEB

0.4

Concentration (ng/mL)

0.2

0.0

0.0 0.2 0.4 0.6 0.8 1.0

Dilution Ratio

<7 v bk

0.8

®7 v hi#EA
0.4

Concentration (ng/mL)

A7 > MNIJEB
0 /

L

0.0 0.2 0.4 0.6 0.8 1.0

0.0

Dilution Ratio
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<< A A (0.2%NP40 &4 PBS 30 f5& CHitl L7846 >

Concentration (ng/mL)
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s

0.2

/

0.0

[ 2

0.000

0.125 0.250 0.375 0.500

Dilution Ratio

<~ A2 B (0.2%NP40 &4 PBS 30 {5 & T L7256 >

Concentration (ng/mL)

1.2

1.0

0.8

/.

0.6

/

0.4

_—

0.2

0.0

—

0.000

0.125 0.250 0.375 0.500

Dilution Ratio

<< v A C (0.2%NP40 &4 PBS 30 {5 & CHi L7256 >

Concentration (ng/mL)

1.2

1.0

_—*

0.8

/

0.6

/

0.4

/

0.2

/

0.0

0.000

0.125 0.250 0.375 0.500

Dilution Ratio
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<7 v MEH® A (0.2%NP40 &4 PBS 30 & CHitl L7846 >

Concentration (ng/mL)

0.6

0.

0.5

0.4

0.3

0.

0.

_

/

/

2

/

1

—

0

0.00

0.25 0.50 0.75 1.00

Dilution Ratio

<7 v M2 B (0.2%NP40 &4 PBS 30 {5 & T L7256 >

Concentration (ng/mL)

0.

0.

0.4

0.3

0.2

0.

0.0

6

5

/

e

1

B

0.00

0.25 0.50 0.75 1.00
Dilution Ratio

<7 v MEHY C (02%NP40 &4 PBS 30 {5 & CHi L7256 >

Concentration (ng/mL)

0.5

N
S

<
w

<
)

e
=

<
o

/

'

0.00

0.25 0.50 0.75 1.00

Dilution Ratio
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<RERIHE>

BT F R

ZAEOSE (%)

CRF(1-41) (Mouse, Rat, Human) 100
CRF(17-41) (Mouse, Rat, Human) 0.1
ACTH (Human) 0.01
ACTH (Mouse, Rat) 0.01
Urocortin 1(Human) 0.01
Urocortin 1(Mouse, Rat) 0.01
Urocortin 2 (Mouse) 0
Urocortin 3 (Mouse, Rat) 0
PACAP27 0
PACAP38 0
VIP (Human, Porcine) 0
< HHMERR>
FIRFFELM: © ~ o 2ME CV(%) 2.37~8.96 7 v MEE  CV(%) 3.47~10.53
HZAFIME - ~ 7 ZMiE  CV(%) 3.51~12.70 7 v MIEE  CV(%) 2.01~5.19

VI fTBiER X OEHIE

<HriE>
L, 2~8CIZTHREFELTL &,

<HZhEAR >
BEH LY 24 » A (BEHBBRIZAMEICER)

< gl >
1%y K967 A Ny (BEAEMKRIERRH 2 & L)

13
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