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YK131 Mouse / Rat CRF-HS ELISA ¥ > k

I. [ZC®IC

Corticotropin Releasing Factor (&Il SCE R A /L€ B KF-, CRF) 13 1981 4F Vale 12
L0 B DOMK FE A b B MR E SN~ 7F FTH Y Y, Corticotropin Releasing
Hormone (CRH) & HIFIEHMTWET, & F CRFPL T v b CRFIZFE—7 I / BECHIT, W
Tah 41T X BRI (MWL 4758) 26720 CoRIEIET X FREEICR > TWES, /o,
<D A CRF'H b k CRF, v bk CRF L[Al—7 I VBREIHITHD Z LD LN TVET,
CRF7 7 2 U—IZJ@+ D~ A7 v k Urocortin 1 & X7 3/ BRECHIC 45% DRALIME SR B
M DFE 7= & b Urocortin 1 ©7 X/ BAELHI & 13 42.5% DBEBMENRFED b TWET @, CRF
IR EAARTEEIZIBV T ACTH GRE K OV WA (R IEE T 2 K Tl — FERA—FIE R (HPA)
DFEHERKFD—2TH, CRF [ LTE, FRMHRRIBINTEEZITL, A LRICKTD
FOSICEE L TWA L b EZ BN TVET D,

CRF Ot b+ TOERFEAAIIHRIR TEOIENIER. B, W, 16805, RIBEE. b
e ETHY . Ty N TIEHUR FEUAMI /NN, BRI ER e SR A AL TS L ORI, T8
RICHAT D ERMOENTOVET, 7 AT OBEEOBE WK T, BRIk,
PR, RTEEZE, BRE . MM CORETEE M SN TOET Y, WP ML 4y
ML TWDZH, H CRF 3% O F FHUR TE— T H=AA—RITE R (HPA) DEERE 2 [~ 5 7>
LIOFEmIIVE LR RICE > TOEF A, KRN SIZMY CRF 2 &GO~ —H — & L TH|
T2 ENTEDMHEMAIRILE LIz 9, M4, CRF LA FLABLIOT LY g v —
7 (AD) OBIEAEHR SH, 9o 10, RichbipuiE W 9% & CMERE (CSF) ' CRF @
RENET L2 ENERMINTHET, BEH D WIHIEMEA MLV RAAMICL D IER LT
FIT w OREEALO CRF ZHIE L, CREIZIZA b L AT HlEER O H 5 Z & vk
ENFELED, AD L DBEEIZOWT S, AD BE D CSF 100 CRF Sy iEIE I A L v %
LSRN E WS H 3 0) D| Davis bIZEEZEIEOR R HEY (Dementia) ¢ CSF 1 CRF
DX T Z 51 L. CRFE IR E ~— 1 — & L TR Dementia 33 L OV AD & D2l
ICHHATHD Z AR LE L™, £/ i -F=ofifk i CRF 1338 % binding protein (BP)
ERED LTZE CIFEET %23, Behan 513 AD B ORFART O CRF N E LR TT52 &%
SN L, B MIMFIDO CRF A3 BP & OFEAIC LY CRFZAERIEEREEZ LI Z L L. AD
fhrfilEEfE CRF f13, CRF—BP iAo TIRESND Z 2R LE L P, 29 LR
5 MNTERE CRF 2S5 Z LI2K 0 AD OIBRICEN D afiEMN H D LiEM L E Lz
O ), EERMEGHIIETIE CRF ORINC LD 7 2 A R— B X7 F RIT X % HKAZE D i
ENT=Z LD, CREIFMA =2 —m okt LIR#EERA R H 5 LS nTunE+ 1,

29 LIEAZER R L 0 o RWNIFIFZEAT CIEMHERR D CRE JIEIL, Z OHHXIEH OfEHT, A

b U RIREROG, BENAD OMFRIZHED S D Th D EF %, CRF JIEIEIC OV TG %
BHRRR, vV A Ty bofusEl X OB ORI IR 4 ERRIE TE 5 CRF-HS ELISA
X M LB LE LT,



YK131 Mouse / Rat CRF-HS ELISA & » k

v v UABLOT > b CRFHIEHA T, NE
¥ 0.078~2.5 ng/mL D& THIETE £9, DHEET T — k
Y 41 #ifk % duplicate THIETE £7, 2) HETE L
v JIEIFR 75 FERI TR T L9, 3) AR TR
v IERS K ORI ORIER TE £, 4) SA-HRP ¥k
v MIREIT 50 ul TY, 5) I & LB IR
v 7L—RNF1% (8Yv=A) mIcRviLTxET 6) B LU IR IR

DTHw FOSENERANERETT, 7) FETETIR

8) I Peif iR

9) 7' L— MEFAM T —v

RAFERENE 2~8CTRIFLTIIEE,
BER XY 24 y ABIZLRETT,

0. % &

AKxy NI RN T v FOIsER X ORGSR  FI2E £ 5 CRF IR EE A Rl
JUER 7 LICTESE, EEMICHIET 57200 H0TT, K% v Mk CRF ORIEILfEH
TULMD RN, EEMEICENL, 57T DO EBEEYE ORIy DB E T
KW ELL DRREMATWET, i, IMIOERES CRF(1-41) 1XRNIEMZERTIC
BOWTERLZEMEOARKMS G 98%Ll L) THhY ., ForoEEITHixt&EZ R LT
B0 ET,

<R >

AF¥ >y MICRF [ZFRRETHY, yralFr 1l (xUA, v ) BLXOURrRaL
Fr1l (B ) ST RENMEIZE A EBOETA, 2B, MOZRERGEDRE
HZOWTIZ 13 R—=DICiE#H LT E T,

<JAE SR PR >

AKXy MZED CRF OJIEIZY » A v FIEICE SN TITWET, BIESL— (96
T IV) DK T TIT T Y FRHIY U AT v b CRFFUAREEL SN TWES, Z0%
U TR £ T 13RI, BURBUAE G IR LB S, SblcedF oy
XHi~U A7 v b CRFHUKE IS EE, o RS v FEEREZERSEET, TOES
KIZHRPfEAA LT M7 BV U AR KIS S ET, B IZZ OEA IR O HRP 1514 4
ETDHZ LTI, MIKFOCRFBEZRDDZENTEET,




M. v bR

AL - FE V2N FRS NEWY)

LAEZ L — b 9% Tl A UYXh~TA/T v b CRFFUKEELL T L— b
7L — b

2 AR HE WAEE RS, 2.5 ng [N ~ 7 A/Z v bk CRF(1-41)

AR BRI HEEIN 12 mL 1A EAF AL TV X~ A/F »  CRF HK

4.SA-HRP ¥k HLEIN 12 ml 1A 2 EA & G e M AV BR R @R\ AR L7~ HRP #5&

ARV RTEYY

5. MR ILE TR HEEIN 12 mL 1A 3,3 ,5,6° =7 F T AF NV (TMB)

6. 1% 3 U= IR R HEEIN 12 mL 1A IM FREATRIR

7 AREIR RN 20 mlL LA USRI R 2 & T e kR iR

8. IEME VISR WK 50 mlL 1A 1% Tween 20 % & TeJffi L B AR

9.7 L — MNEAHI—/V

4




IV. #fEE

HEZ D DRI TBHAL SN, FEE ¥y MIEENL T ToORIEII=R
WERLTOHLHEEZBD T ZEN,)

<A s Hode K OVLE >

1 ~A4 78Xy MBLOF v 7 (25ul~1mL) ; 8 E 71T 12D~ L FF ¥ L FL
By hOHEZEDET

2. v A 77— NHWNER GAER K 450nm CTIWILE 2.5 £ CHIE CT& 5 24E)

. ¥M7u L — MNRIRE HSWE Ty =— T —

4. FEHERORBIAEH 3 5 0 7 ARBRE

5. v 7 a7 L— hEgiEE, AFEOSA T SESRS, =— KLT 0 A —
TAEL—F—FRFEZER S TOFEREZEDET

6. A AU & — (1000 mL)

7. FREKET-13MWA A7k

<F U AL Ty MO >

MBE -~ o 2. 7 v iR
FHHH#K : 0.2% Nonidet P-40 &4 PBS (10mM, pH7.2)
1L f L7~ 2B 0T v Mk E 77 2 F v 7 "OBRBRE AN, BET D,
2. 30 fEEOMMHIRE M A, REVTA XA LTtk WHlE L Tl (18360 x g, 4°C,
53) T,

3. mLE, RIEZEBRILESICHIET 5, EHICHIE TE WAL —30CLL T CTHRAF
L. HERHCRELE L, |IRICE LT LHIET 2, NEMDA U581 3m A O
Tl (1750xg. 4C. 15%)) LBRET D,

VL FAVERE <ABGAER > T L7z K oI, IR AT O ERIEDS & 41 2 i
OHEMEZRHA L T 7ZE0,

<< TR, Ty MUEOERT>
M AE DT D 7230 OFRMLIZ 1E EDTA-2Na (1 mg/mL) FRINER IS &2 Vs 5, R

ﬁ%’ﬂi?%@w im 7 LT —30°CLL FCHfERITT 5,
FEOWAERAE DY I LIATHORNE I L TLEE N,



<O >

1.

2.
3.

T HE R O R L AR YE S ORI CREER 1 mL 22 NAY 2 IR S8, 2.5 ng/mL @
WU A TS, Z O 02 mL ALV, ZHAREER 0.2 mL TAIR L 1.25
ng/mL OIEHERL A LT 5, DLTFRBEOARERIEZ YK L, 0.625, 0.313, 0.156,
0.078 ng/mL DA FEHERR 2 FHH 2, 0 ng/mL OFEHERR ITREE R 2 DO E EMMT 2,
e <JAE L > A EHP]  0.078 ng/mL~2.5 ng/mL

0.078 ng/mL % FE2 L 5 RIEKMEOKRIKN FHEINIHE, MERE L LTEHIZ
0.078 ng/mL DAEHEHE & 2 {57 L. 0.039 ng/mL DAEAEE 2 31T 5 Z LN T&E £77,
Z DA, 0.039 ng/mL~0.078 ng/mL O PH O EE O FEE 1% R 2 E EPHIE £
mEm<IEdH Y EHADOT, MIEMEE LTHEALTIES N,

Vet OIS « TR S0 mL (42 h) ZZRBK 950 mL I CA IR LA 9%,
Z DM ORIEILE D F F <JEEIE> 12> THEHAT 5,

<TEERAE >

1.

¥ v MR E =R (20~30C) IZFET,

TEAER FS L OV & _ERE OREGRRIEIC e » TR 5,

KT, PEEIR 350 b Z3li7s L2k, 7 AL =2 =XV RFI350, D
WET L — N ERERLIREZECTEb & R AN EICR o225 L 91T
WERLS, ZOBEZILIZ2EEVIRL, AF 3 BIOBRFRIEEZIT .

3. KU T WTKEMTE 50 pb 2 AdL, DOV TERMERR £ 7213/ 50 L 2z %,

HEFL— 27 L — MNEAHAL—ALTI—L L, BIRTA4RRIEES 9>T5 (8100

rpm),

5. HU T NHDKERRE, 2. ROV EIEEZAF 4101779,
6. & U TR BPUANL 100 uL 2N x5,
7. MEFL— a7 L— BRI —LTo— L L, BRT2EMIES 9325 (8100

rpm),

8. HFUTNAHORERE, 2. LRROEFEIEEZEF 41T,
9. & /LT SA-HRP &k 100 uL 21z %,

10.

11.

12.

13.

14.

HEFL— b 27 L— ERAL—LTY—L L, KETLIERIRE 995 (8100
rpm),

VEEOR TR AT 28 1 REFENCOIm L, B LR 6=RICRT,
KU NHORERE, 2. LREOTEFHRIEEZ G 4T,

B T VTR ILERR 100 uL 20, HEEYEOMRAE CEIE CHAE L 30 s S8
D

KU TSR SOGME IR 100 uL 2125,



15.
16.

~A 7S L— NARNEZHCT 450 nm O ERIET 5,

MmO Y 7 vy =7 %#HWT, 4 (or 5) —Parameter, % L < i Log-Logit D[ElF=
ZAH L. CRF REEUENR DA ORI EE D HIAERER AR 2 /B L, B CRF JEE 45K
D5, XTI E 025615, Bifl (Log 1) (TEEYERK DIREE A | #itHh (Linear
D (AR BRI IR EE OWOLEE 2 7 e > M U, AEYEARR AR L. BRIROWROLEE A fEYE
HIRRIZ Y TIXD, CRF OIEE 2 A5,

e EOER

RS R 138 B/ N0 1 L C-30°C LA TGRS IR A L T 72 3V, FRR D SRS il fig %
BRI BRNE DL TLESN, JER, |RIELTOHLHEL TS EI N, &
B DB DA, WHEOE TEL (1750x g, 4°C. 1547) LEBELTIEEN,

MERR AR, mAEZ2EE L, EHICHEL T ZE&W, BEHIZHIETE Vg
AITMAEZ @ B/ N7 T LT, —30°CEL R THAEPRAE L T < 72 &0, MR D Bk Rl 2
B IRS NI I LT &V, 1MmiklL EDTA-2Na (Img/mL) #INER ML CTERHL
LTLEE,

AREITHRFARZ FHE LT3, R, FEMIGRREZ, BEHICER LT
SV, B, ¥y FESEEMNT 256, HREOEELTE R/ NI LT, —30C
T CHASREL T EEW (1 » JIZLETT),

ARGV TR RIS 2 E U D Z B D 325, 2 OURE A IR R L (S PR R
LET,

BT ZNASOSEBRMEITIEREE I L 52 T O TIEMRIZIT> T &0, £12
MKz 7 2 WIEAT DA, BIKZ SIS LT 72 v, ISR AR 075
MIRNEICERB LTS W, R EAINT 2 & &3, AREM L Icnd#HL
WTFy T EFES T TEEN,

2.5 ng/mL % H 2 5 SEMRIE OIS EIL, BIEEZARY v MR ORI TAR L CH
ELTLIEEN,

FRTORISTITINT A 77— HIRE SWEHW HETL—F2IRES L
TLIEEW (BEMISOEAEZERLS), ZBIRE 2137 L— MEAR L — VI SUGK
NIFRRNEHI P LfTo TSV (8100 rpm),

8. WIEIZTTRNT2HHETIToTLIEEW,
9. BER-FEONEIERIL, TN NEOREEZIT-> T TEE0,

10.

11.

MR IEE DR A LV -VVIEBOSIREE, K], WIET L — FOIRE 5 ORER ETH T )
TINHELZT D2 ENHY O TAREMBIILTIE Z L ITERL TS
Uy,

FEORFT S L IIEHEATITIE, ZHHIZHRVER LT DR K S IR L TS
TEENN,



12, RIFIZEAHEICIE, B2bey FOFy hEAGDLDETHEHALZZWTSZE0,
13, BERAERITEE L2 b=IRICE L, fEH LTI EE0,
14, —fHoOREIZIZ, E POMBEEZFEHL TCOWETOTEOIHFENICERELTLLZEWN
(HBSAG, HIV 1/2, HCV, HIV-1 AG £ 7213 HIV-1 NAT, ALT 3 X% Syphilis iZfatt<
)

VI, FEARMRE
<FEUERRHR O — 5] >

3.0

N
o

0O.D. (450nm)
- - N
o (6] o

0.01 0.1 1 10
CRF (ng/mL)

o
wn

o
o

<INEIR AR >
<<= RAMmiEA>
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
<=y RMEFEB >
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




<< AMFEC>

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
<= v 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
<Zy b A>
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 h#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
<Zy hEC>
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 hi$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




< AR >

<= v A KE

Concentration (ng/mL)
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Dilution Ratio

<7 v hsE>

Concentration (ng/mL)

0.8

0.6

0.4

0.2

0.0

o~ XIMHEA
A~ AMHEB

® 7 v MiLHEA
A7 v MILEB

0.0 0.2 0.4 0.6 0.8 1.0
Dilution Ratio




<< A A (0.2%NP40 &4 PBS 30 f5&E CHitt L7354 >

1.2

1.0

4
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/
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/

0.4

s

Concentration (ng/mL

0.2

0.0

/

0.000

0.125 0.250 0.375 0.500
Dilution Ratio

<~ 7 A Y B (0.2%NP40 &4 PBS 30 fE & CHith L7236 >

1.2

1.0

0.8

/

0.6

/

0.4

_—

Concentration (ng/mL

0.2

—

0.0

0.000

0.125 0.250 0.375 0.500
Dilution Ratio

<~ U AfigHhiti¥ C (0.2%NP40 &4 PBS 30 fisECThith L7256 >

1.2

1.0

-

0.8

/

0.6

/

0.4

/

0.2

/

Concentration (hg/mL)

0.0

0.000

0.125 0.250 0.375 0.500

Dilution Ratio
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<7 v Mt A (0.2%NP40 &4 PBS 30 f5&E CHitt L7354 >

0.6

0.5

_

04 /

0.3 /

0:2 /
0.1 /

Concentration (ng/mL

0.0
0.00 0.25 0.50 0.75 1.00
Dilution Ratio
<7 Migflitti4# B (0.2%NP40 &4 PBS 30 (& CHiIH L7256 >
0.6
- 05
£
204
g /
= 0.3
© /
g 0.2
5
O 01 7/
0.0 ‘
0.00 0.25 0.50 0.75 1.00

Dilution Ratio

<7 v MY C (0.2%NP40 &4 PBS 30 {5 & CHith L7256 >

” /
E 04
> /
R
= 03
2
IS /
£ 0.2
3 /
5
o 01 (

0.0

0.00 0.25 0.50 0.75 1.00

Dilution Ratio
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< RZER >

BT F R

ZAEOGTE (%)

CRF(1-41) (Mouse, Rat, Human)
CRF(17-41) (Mouse, Rat, Human)
ACTH (Human)

ACTH (Mouse, Rat)

Urocortin 1(Human)

Urocortin 1(Mouse, Rat)
Urocortin 2 (Mouse)
Urocortin 3 (Mouse, Rat)
PACAP27

PACAP38

VIP (Human, Porcine)

100
0.1
0.01
0.01
0.01
0.01
0

[N eNeNe]

< BB >
[FIFRFFEELME . ~ v 2MiE  CV(%) 2.37~8.96 7 v b ImgE
HZEFHME . ~ 7 24 CV(%) 3.51~12.70 7 v b E

VIL Rkt L OH IR

<HriE>
HOLL, 2~8CITThRAFL TS IZE VY,

<AT % >
BUEH XV 24 » AR (BEHBIBRIZAMHEICERR)

< gl >
13> F96 7 A Ny (GEHEMBRIENRH 2 & 1)

13

CV/(%) 3.47~10.53
CV/(%) 2.01~5.19
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