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Synopsis A newly developed specific radioimmunoassay for corticotropin releasing factor (CRF) was
performed.

1) Synthetic ovine CRF was conjugated to bovine serum albumin (BSA) with glutaraldehyde and used
as an immunogen to generate antibodies in rabbits. One of the antlsera revealed 40% binding with ?°I-CRF
at 1: 12,000 dilution in RIA.

2) The antiserum did not show any significant crossreaction with other hormones.’

3) The Chloramine-T method was used to label CRF with '**I and purified by Sephadex G-50 fine ax
103cm) chromatography with 0.03M phosphate buffer (pH 7.2) containing 0.1% BSA, 20mM EDTA, 200 KIU/
ml Trasyrol was used for the RIA buffer and the separation of free and antibody-bound CRF was performed
by the Dextran-Charcoal method. The tentative minimum sensitivity of the assay was 20~ 100pg/ tube
The dilution curve of *I-CRF in the hypothalamus of rat was parallel to that of. the standard.

4) Immunoreactive CRF content in the hypothalamus of male, female and post ovarectomized rats was
measured by RIA. The content in those of male and post ovarectomized rats was significantly higher than
in female rats. These data indicate that the pituitary-adrenal axis may have some effects on post-
menopausal status.
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1. CRF ik el

ey CRF Img v ME7LT v
(BSA) 15mg AR 4dml BB L, BrcERL
125, 2.48% glutaraldehyde ¥ (SYHMIZE,
HR) Iml 2/ FL, IHRBRTEXO Tiz24
BEKIG XA LY, ZoRINKEY, BiR
0.01M PBS (pH 7.2) TUEREEH L. =5
LCEB L7 CRF-BSAE & ®WIml %, FEOD
Freund’s complete adjuvant(Difco Co. U.S.A.)
LHBILL, D New Zealand White Rabbit ®
T ERNEH L TREL, RER 28RO/
BT omfTiey, 7THEEFEUEIZNER 8 ~10
HEH&R: vEML, fnEXEB, ko
EELARER L IRL,

2. CRF D% X OMEF; CRF 0¥k

EH e > > CRF 5ugd Na 2°1 0.5mci%0.5M
phosphate buffer (pH 7.4) 30ul rTERML, 20
ul @ chloramine-T (20ug/20uD) Znx, 3088

%1 Production of antiserum for CRF

Synthetic ovine CRF 1mg/0.15M saline 3ml
+ N
BSA (bovine serum albumin) 15mg/0.15M saline 1ml
N ,
Glutaraldehyde (2.48% solution) 1ml
" | added drop by drop with continuous stirring
Incubation for 24hrs at room temp
| (gentle stirring)
Dialysis
The conjugate 1ml
+
Freund’s complete adjuvant 1ml
| injected at 2 weeks intervals on multiple
dorsal sites
New Zealand white female rabbit

HEmEES S

12201 @ sodium metabisulfate (100xg/20uD) %
mzRiExikdi, Ibic, =2—Fr» V& K],
10%%#) 10ul Nz te, BEDORERIL Se-
phadex G-50 (S.F.1X103cm) By v 7w
<+ 757 4 =TT, 0.1%BSA %&%50.2
MER T v e =2 sEEK (pPH5.5) CTHEHL
e, D EOBRIEBBER 2 WRLL,

3, CRF » RIA

PEROLERK & LTiX, 0.03M phosphate
buffer (pH 7.2) &©, 20mM EDTA, 0.14M NaCl,
0.1% BSA, 0.02% NaN,, 200KIU/ml + 5
r—AEkMiicbDRFEAL, B/FS5BICIE
DCC (dextran-coated charcoal) &% iz, %
TR H W% 200u] 1w EE¥E CRF % 72139 v 7 2100
wl, CRF itk (1 :10,000%%) 1004], 3
CRF (10, 000cpm) 1001 % in 2 #E# D%, 4 °CT
48FERE] incubate L7z, &z, NHS (normal horse
serum) 100g]l, DCC (dextran T-70 5g/1, char-

# 2 Ilodination procedure of CRF

CRF solution (5¢g/5u1) ‘ 5ul
Phosphate buffer (0.5M pH7.4) 30ul
Nal?5] 0.5mci/10z1

Chloramine-T (20ug/2041 0.05M phosphate buffer) 201
! Mix. for 30sec

Sodium metabisulfate
(1002g/20£1 0.05M phosphafe buffer) 2041

KI (10%> 1021
{

Gel-filtration

#& 3 Radioimmunoassay procedure for CRF

0.03M phosphate buffer ¢ 0.14M NaCl,
B“ffef(o.l% BSA. 0.02% NaNs, 20mM EDTA, "H7'2>2°°”1

Standard or sample 1001

Antiserum 10021

1251-CRF 10021
| Incubate for 48hr at 4°C

NHS (normal hourse serum) 100.1

DCC 50021

! Incubate for 30min at 4°C
Centrifuge for 15min at 1000G 4°C
i
B/F separation
i)

Count
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coal 50g/D 500ul 0z #EHHE, 4°C30% in-
cubate L, &Ik (1,000G, 155, 4°C) #BEL 1.
U EDBERBAZE 3R L1,

4, oMK

ERIZ, 10~12B0SDRMES v b ((bFE

180~230g) 9% F\>, pentobarbital JRE: T ¢
BAEL, MAIPEL®HEL, 4BBMEL .,
¥, MFEOMES v F Ik OoWTIIE BB
THRZHER L, Diestrus DREIZEA T
BRER L 7o, WPERR, SURT#EZMmH L, sk
BEER boiling ¥ % A7z, BlD, 0.5M Effigb©
homogenize L7:%%, #1045 R X ¢, SEic<
ERLU EEX B L (R4).
HREER
1. CRF #itkoiRi okt

% 4 Extraction procedure for CRF from
hypothalamus

rat hypothalamus
0.5M acetic acid

Homogenation

|

boiling 10min
Centrifugation for 15min at 3000G

Supernatant fraction

neutralization with NaOH

FHA

RIA

B/T% e rabbit #1

- o #9

. #3

80} #4
60
40t
20}

0 T80 X0 X130 x40 X12050 36450

Antiserum dilution ratio (at initial)

K1 Titration curves of anti-CRF rabbit sera
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- B ARORRIAT RN, SEHREL
FFRT, PUEMIETECEL, 2PORRER
RSB EE IR (E1)., ZhbobME
1, HREE 1 12,000 5[-CRF & #40% D5
FHEERLL., HOBRREYRE T,

Leucin-Enkepharin, Meta-Enkepharin, a-En-

* size 11X 103cm

» flow rate . 6~8ml/hr.

* eluent 1 0.2M Ammonium Acetate

buffer
c:0.1% BSA
101 0.02% NaN;
at pH 5.5
I
®
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K2 'I.CRF elution profile on sephadex G-50

(super fine)
alfos(;% 1 10

{ peptide (ng/s!) (| Enk rEp r-FsH

aob M-Enk TSH r-GH
Bo BMsH
BOT e ACTH riH
10}
60 xgﬁ x_al x?l x‘g X3
hypothalamic extrant
50f
40 )
10° I3 1 o
CRF {pg/nl)

B3 Dose response curves of CRF and male rat’s
hypothalamic extract in CRF RIA

NI -El ectronib Li brary Service



Japan Soci ety of Cbstetrics and Gynecol ogy

660 CRF»RadioimmunoassayBaf D 5L

dorphin, AB-Endorphin, y-Endorphin, ACTH,
TSH, 8-MSH, rat-LH, rat-FSH, rat-GH & Kt
IR, WThbEERRZXRIEEZR S I8hD
7= (®3).

2. CRF DfEgh L F8% X O'RIA

1251.CRF % Sephadex G-50% 7 aZ H\ 7z ¥
Nre=br5 74 —TBRLEY, FOBH
HEIR2 R T X, RO —27 H>5].
CRF T, #2 0Dt — 7 HEEDP] TH 5 ek
DUH A2 — v VB LR,

iz CRF OEEEMBG L 12D, FHe v >
CRF 2RI &7 & 5, 100pg~1ng O THE
BICRIG L, REROWTIE, IbHiBEED
FHhbD EBbhs, IHK, 7y FORKT

TGO XRABCRIEI e 2 Ah, HDHE

B CETIEV R g o hic (K 3).

3. UPBREHE T » + ORK T+ CRF &
PREAEH 4 BHBD F v F ORK T+ O
Immunoreactive CRF (Ir-CRF) fE 1%83.68+
33.23ng/hypothalamus (mean+S.E.), [ U <
5 v b 1354.90+13.51ng/hypothalamus, # 7 »
} 12.85.60+20.92ng/hypothalamus & 729, JRE
FHEBIOHES » + T, 7 v FITHXBWE
i bh, L CHET v LS v b EOED
M3 EBELNRD LR (K4).

£ %
CRF @ RIA RizBiL Tix Valeet alic X h &

ng/hypothalamus

% mean-+S. E.

1 . female

I . post oophorectomy
0 : male

() :No. of samples

100}

I 1! o

#P<0.05vs I

R4 CRF concentrations in the hypothalamus of
rat

HEERE38%E S5 B

DOEBRRE SN TLR®, BRI/ EDLRTE
TWaBH, $ETORETE, HURELTIEK
v v o CRFOIDINON Ml analog & L T D Tyr-
CRF # AW 5 91M9 - v 1, 3 Chloramine-T
¥k b= — F{LL7#, Sephadex G-50 colum
chromatography X (& HPLCPr= TR ® L T W
5, ¥ RIARK T 5B/ FoBrl—HEk
e -3 DCC IV Hbh, £ 0
B/ M EE 13.20 ~ 30pg/tube DEIFHIZ B 5 23, Hol-
lander et al.’®!¥ monoclonal antibody #BF L,
2.5pg/tube & LT\ %, F4 D RIA ROBR/NE
EE1320pg/tube TH Tty HEMMiHHTES
CREZDFSHZ LITMETHS LEbIS, —
7 CRF 1% in vivo'®?iZ 38\~ T % in vitroiZ #8 \»
<%, ACTH » 5% g-Ep ok tHiERYHT 5
CENRBRBDLRATWBY, rat TXHRKR T O
median eminence (ME) 13U & L TR 77
LTHEHY, BfTike FORKTFTBSFET
5 ENTRBIRTWVWAS?, ¥z Suda et al.'®id,
bt b DEINBRSHFETH b, CSFIZD
SEThsiElELYREL, e PCRFZe vy >
CRF tAULHFETHY, ZOBEIRL/S0THS
ERELTVB,
SEIDBFFETIZINERFE 4 BHD 5 » F OFIK
T o Ir-CRF ZHITE L7243, control Bz~
BWEEARED b, bhbhilzhE el
HiEHEo 7 »  ORKTE, TEME, KM
O B-LPH #FELIcE A, K THo g-LPH
RH#IIEECERAL, 17THETRRRA L,
21 B CHVULALTEY, TEM4 FEMT
=230 LTh300EBEOELNBRD BN
THE DY, KPR TIRHHEOERHIELIIRE
LTUuiRWIREOERY D Ob D L Bbh b,
BIBRHE R X 'R b L A TD CRF 0&fLico
WL, ThETRESHhOBMENRDY, WTh
LEBPWAL, PWCEEXETLLELTWS
Hue gREEHE O CRF Vv _AE L TEIWE
REN O, ARRIHFAREO v VR
i1z CRE 2BI5 LTV B L2 TBRT580 L
Bbhsb,

—75, —RICHAREONFWEREDOE, &<
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CINEALEVRIF F e voB be®i$s
REIED, BIBRKE L E Y EOBIEMEYH
THEEED f\, Genazzani et a2, 22610
postmenopausal women X §z, 8-Ep, 8-LPH
HFXCACTH % RIE LR, B8-Ep & 8-LPH
BELIBALTCEY, ¥/ -LPH/B-Ep ratio
FELIHEMLTW52, ACTH iz B s
NIRRT ERNRTED, SHIVERHEE 6 4 A
BCTHRKICB-Ep, B-LPHOBANZ B 5
23, hot flush % BT 5 MATIXBEER L &k
NTEH, ZhboZ &b b Estrogen (E) Ok
A RIERYE 25 ACTH, B-LPH ~DiR# o B
R 2IGH R ECTHEL T3 S 0 LR
L, ZhboiERI postmenopausal % surgical
castration OB HET IR EETH S &
BT3B, Fi Clerico et al.®i, SPRRfis A
& ARSI A DIl cortisol EEE% s U&=
i, o Testrogen e ¥ A5 v FhA ey
DR, IMFD cortisol v R ICBEL RIT X
e &G LT 5, —7 Greenblatt et al. 212
R hCG D#ER X Y JIE D estrogen 131k L
72\ A3, androgen EEAIIHEMML, X 51z ACTH
DEHEIC XD TIIPE, BB D estrogen 4 114
RIGTHOI L HBELT\5, Fi Reid et al.!®
1%, BARER B-Ep 0B X b LH v <A 1381k
Ligwds, PRLIZEL L7 L BRTE D,

SRAT v FD7 4 —Fy 7 3RMAL, =7
FtevvyoRF5Wo L 5 iiRBcik LH-RH
DBHEAER R Z DT NBDTIXI\ b EHERIL
T3, DEoRER, BAEHOASMEE

FFrrEvRELOBEMRLED T, BIBKE

—TELARIALEVHEELTWE Z & wRET
b DTH B0, Bll CREEERINCHHL,
hot flash &3 254X LH, FSH %5 <,

E,, androsterone (3 {E\>, ¥ - RIEFE (2 FSH
&< EEY, 152505 584812 PRL 3%
R & 19 perimenopausal £ © 5 o IR BB ¢ i3
LH, FSH 302 Z£R#ES m < LH-RH test iZ:B%
RIEZET 5%, BHREHOT vy ayv
TRMEMEEXE T3, REL0HELH D, FkI2
B TEFERRER O SR E R X OERE G

FHts
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REkbbiclELR, ARROZTIHENS X 0HEE
BTN KIRT » £ 4 FEFTRNSEBR RSO R
EzLET, ‘

¥, AHRCDI D RBEH N AR KERILT
LREEHOBYEL T,
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