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TR, R e

I ek I D2 TE TS, AF A FkrEe Y IZ DT
JEBEDN I B S CIE L X 5t 2 & &, v, de novo synthesis & 5% % Biv7iifns 5, feto-pla-
2, 3OMBRNEAT L. 1WA, s cental unit DOWLAY spot light % 07 104EF] > S

NEVEATFRA FBRATYENI AT DY —DE D Pt st i€, B EILE - T5 .,
LRV VEGINT B ENNS, FORBE D T & feto-placental unit »\ 54D HFE S TH % estriol
THY, i 120k, HENDE AR E VOEE P & T, estriol FROAEAREEEDS, W
BT UEABES Y Bz ST & w51 IRk, TR > catabolic action X2 B = &
MMHHTcH 5 . LEEECTH D, Fio, feto-placental unit TN B
Fio, MR, RE—IAE—EAR & 5 —D D% 0 steroids 7%, JEUR{ERFO HEYAFO EHELTH, FHE
DT, A b, oMo b e, Fo DAL 35 FE NG ks L SHTERY B RE 4 o £ %,
BWEEZRLCOWB EEZ DRBD, FhiiE ko BRI OB Z ik, IS 13 2 .
SRR DA R LB EFE 2 bhs, Ch LOREER BT 50, bhbiul, By
EEALEY, AFe AL Fhre v, BERmc Tiatkd b ol & LT, dynamic IUB L 5 2 A%
L, P ORI, RESLELTCETWS . HEHE TARE A BAZE L, Rl A WMEREMHT~ > approach
JUE VICDTLE, hCG, hCS, X Blcid hCT o s i RGBT, slice level ¢ A B pEEiFo
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To. HIHUCREBEREE R, 1ol &L, Thth
NG % & 75 2 T BHA 3 X OV IR VA HEDR & Ba &P i
BN A A BRI OV B fed DK FR & 5 =l
DIRIE Ljc compartment 7 b7 b, i Ho il 4 {k
%, ERBEACEV.

progesterone DTSR E DN TAE LC, Al LI
DR Y, 7= hCG B XU steroid DA O
MABH#A B B LTfTL & &C, BN ECHI# O
MEE M L EE L.

II P4ig A Progesterone B4 DRIERYEICDIVT
Mg X » progesterone 233 Eh D T ik, T
19524F, FEOMEEHRECH 5T L, FEEEIRML,
IR BN IR I > progesterone YT JITE 2D, W
INTHDIe. L, ZOERD, Wihie B i HI
LB DT, TR Wb ETRETH .

1) cholesterol s B> progesterone -~ FEPIZ DT
Hhbotuit, cholesterol 205 progesterone ~ D A%
mitochondrial fraction “C#E2s& 7. incubation medium o
HREFE LR L. BRG TR LEH) incubate T,
progesterone % extract L, 3 2 &7k paper chromato-
graphy = X D% 1 -, radiochemical homogeneity o
Witz NaBH, X b &8, #oe L £ Uk 208-

% 1 mitochondrial incubate o {HJ¥,

mitochondria from 160 g tissue
NADP 10mg
glucose-6-phosphate 70mg
cholesterol-7x-*H 20 pC
supernatant 10 ml
Krebs-Ringer bicarbonate 6 ml L

VAR Y A 649

32 2 Systems of paper chromatography

1) Bush A
2) Bush B,
3) Bush B,

4) ligroin-methanol-water (5 : 4 : 1)
5) hexane-methanol-water ( 100 : 65 : 35)
6) isooctane-toluene-methanol-water (45 55 @

80 : 20)

reduced progesterone ¢ acetylation 2} ¥ h iy Uz,
#£3, BARTOKRERTH, cholesierol 13, F0DHy
1.5% 7% progesterone (¥ -,

acetate 7> progesterone P/ DFMR A D 70, B
Bl acetate-1-*C 68.5uC, ¥ 1% cholesterol-
7a-"H 137pC 2 AT, WREBREIT2le. T O/RER,
H 5 RS T & L, progesterone iz “C x/n<, *H
DHRTH Y, acetate NBLOIEHITIEE 2 Bhs.
cholesterol ¥, #J0.07% 7% progesterone VT izda 1 7=,
Hf&kH, e cholesterol FMRAIRICHFET 2 2 L%
EzBHE, BREXKLCh, FEOBREINTRYSE
Bicien &FELZ b,

2) cholesterol s X OV Z i LISt iR E 0> proge-
sterone JEAENC o % PHEIIC DU T

%%, pregnenolone sulfate, pregnenolone % proge-
sterone {23 % sulfatase, 3R-hydroxy steroid dehydro-
genase 74545 = L, Fj- progesterone DJAILTOR
eyt b 208-reduced progesterone A [i{l1 % 200
hydroxy steroid dehydrogenase %753 % = L %, , Zander
BIZEDTH BN ENT S . IEIRN, R iRy
I35 pregnenolone sulfate I3 X 0%, Wil o &80

# 3 Conversion of cholesterol-7a-*H to progesterone in placental mitochondria

progesterone total activity corra‘iigigltgotal 94 conversion
control 0 7580 0 0
incubation 125 mg 82200 93750 1.5

3z 4 Evidence for radiochemical homogeneity of progesterone from mitochondrial incubation

after 2nd PC after 3rd PC after reduction after acetylation
progesterone (Ug) 56.2 24.8 , 6.6 5.4
total activity (dpm) 36990 18340 5320 4077
Specific activity (dpm/ug) 657 739 805 755
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5% 5 Conversion of acetate-1-""C and cholesterol-7a-*H to progesterone by placental perfusion

progesterone first assay(dpm) corrected activity(dpm) 9 conversion
(g SH ug “H wo [

fetal perfusate 542 443500 14500 35772 0 0.01

maternal perfusate 168 209000 25900 7945 0 0.002

placenta 1310 5795000 59200 262000 0 0.06

pregnenolone sulfate >, J4#H: progesterone D[ERYYy
e LCORIEL, cOBROBRLEID, £ Ot
HICLOTRED b5, bhbhil, Zo0book]
BE & U5 % ElE %5 BT, pregnenolone-16-
SH-sulfate, 20c reduced progesterone-4-1C % Fh Fh
5 uC/ 500ug JREMIMENRIC AT, MEIRERL T
7z. progesterone %, FERICHIMLL, FFEAE(FEIL,

radiochemical 1= homogenous “Ti % & & A HED DT .

FERRRARIL, R 6 1IR3 T & ¢, pregnenolone sulfate o
#13 %, 20a reduced progesterone DFJI18%H%, proge-
sterone WiEHa L7z, L LEEEEOENAE Y, pregneno-
lone sulfate o JFF A 23 fiad T8 & & b,

% 6 pregnenolone-*H-Sulfate, 2000OH-pregn-4-ene-
3-one-"C 7% JI5 B MEVEW 1 In 2 7o R

maternal|fetal 1 "
perfusate| perfusate| P22
Mg 174 364 2010
progesterone *H 1348 | 17280 306000
MC | 20220 (259200 | 2040000
M1g 0 0 2
pregnenolone 3
H 0 | 14300 203000
pregnenolone ©g 0 0 0
sulfate °H | 11770 475000 0
- Mg 35.3 75.3 1160
aOH-pregn-
4-ene-3-one H 0 0 22700
HC | 36720 224000 | 1680000

RT VUK O BELR IR

dXa . nXa dXF = Xo
dt A—rit’ dt "D
dXs _ rnXa X dYm _ r Yu
dt A—r,t B’ dt H—r,t"’
dfl(tc = rs'r‘B]}‘_ r(rdxre)zé——c—,
dyY, Yu Y1

& FHEH= 1T
dXp Xc XD

& "¢ b
a¥o _ Vi Yo
di 1 D
dXe _ . Xc dYr -1 Yo
dt “Cdt D

20c reduced progesterone DOFFH K LTVl EE
Y (N

ZOFREA 2 IKRT T & ¥, compartment model %
Y, RERT L S EnEhofi i KE L, Zero-order
o kinetics T, WHTERE LTChEERTOD
L RS . BOTEREME, TN LK 6
DfERA BAT S &, v1=238uglhr, v,= 244.5ug/br,
veis 300pg/hr LEMEERG . Tiobhh, T OHEREML:
Tk, K3wRTIEL, AL progesterone %,
cholesterol 755409, pregnenolone sulfate 75309,
20c¢ reduced progesterone 7> BH30%BEA LT\ 5 & ki
2B,

L2sL, ZhH0 RIS ETH in vitro To,

® 2 Compartment model o #isk[¥
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X3 Jaixi: progesterone o 4,

Cholesterol
UNNNNET———— l ------------------------- ,
i i 40%
| =
P ! ! |pregnenol L a0z
regrﬁr;:eone ) reglnﬂfr;(::ne ussb | Pregnenolone| e | Progesterone | wsssmmmewss Progesterone
su

20a-OH-pregn
~4-ene-3-one

B LEBREE T CORETH D, ¥z 20a-reduced pro- %8 i A°PS & AP L o FEWNER
gesterone 5004 WAL, ABRIIGAED HBBLL T2 8() x(t) P(t)

——spregnenolone sulfate(x) ——progesterone(y) —>

LEZBRBOT, Invive 2 ZOXFHMAS N5 & dx/dt=S(t)—1(t) 1(t)=kx, dy/dt=r(t)—P(t) Pt=K'y
i3, ExB. Ll T, cholesterol DR 7zL o dy/dt=kx—k'y
T A EEOBEBERCOW IR L TR &b T O HBA LML £,

3) progesterone FEAFIERME D in vivo IR BHHL Y=e"f [kaef dt4-CJ

a) [} pregnenolone sulfate ) progesterone JLEE 5 Relationship between progesterone measured

and calculated

& DBIEE DT
TR R i o> progesterone 2 2%, diurnal I . .
variation J3fEAET% . = @ diurnal variation X} LT, :]EASURED . .
P .

pregnenolone sulfate H3F D X 5 7¢ pattern % 7R3 0%
BEt L. —Mi% M 413, progesterone L pregne-
nolone sulfate DL, LU AFERL TS,

= DYSE)% progesterone (¥, 3T [firfy pregnenolone
sulfate f3ECHh 5 L (KT L, pregnenolone sulfate s

K 4 Diurnal variations of pregnenolone sulfate
and progesterone

Y =0.64x+4.96

CALCULATED
10 20 30.g

PROGESTERONE

20| — preGNENOLONE | 100
SULFATE

e ——————

¥ans, first order kinetics 125 L #E %2 T, FESKIRT

T ER, BT RS 0B s R A
0 h, LW 315 pregnenolone sulfate JEEE)s 5 pro-
T gesterone JRIEA I Lic, FIOEMH & SEMME & OB
517358, BGCHEEY SRT 4 oo, regression line
1%, v=0.64x+4.9647ch. ZDZ &k, progesterone
HYFXT pregnenolone sulfate H3ECi5 5 & LI~ REMN
EULL fedsofcz &% BIRTSH. T/cbb, pregneno-

17 19 21 23 1 4 8 13 0 ‘CLOCK
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%9 Progesterone 43I & conversion factor

v | Seoeion
Castrated (adrenal) T. Y. 48yo0 5.6 1.0
T. §. 54 y.0 9.0 1.3
Follicular Phase(adrenal, ovary) M. O. 27 y.0 6 th day 19.4 8.2
Luteal Phase(adrenal, ovary) Y. U. 36 vy.0 20 th day 10.5 15.4
Chorionic Neoplasia(adrenal, ovary, HCG) K. F. 28 y.o HCG 64 iu 13.9 4.6
Midpregnancy* Y. T.24y.0 Preg. 17 W. 25.5 73
(adrenal, ovary, HCG feto-placental unit) M. M. 21 y.0 Preg. 20 W. 27 .8 151
*ODBEBRO RDIERERE A & T B RS
M6 3 compartment model X7 Steroids concentration in blood
inother fetus ngz 00r —
an RAJ, 1,5?5;\ lSc 1500k
\XE: e,
o A C 1000F
ea
500
Fam —_— ol
a'a%\ E V ?J{Xgnl:'i“}f]l[: D:r‘]egr}i:olgxt I;r‘igelilri:
\B sulfate
“ve | B
R T T@ O FIEE% [ 7 W R LTz, pregnenolone sulfate 17D\~
B ok, EHEEINRGE BEEIRIC HlE LT # 500ng/ml 5
V. JFE L plasma flow rate % 60ml/min k4% &,
lone sulfate o>—3f[3 progesterone 3% Ch b 5 — ] {i:50mg > pregnenolone sulfate 33, JAHE-CAi1 steroid
2, JERIh progesterone X, o> WK R B Hizk IR L OB 2 ieie % . Zander Bk, JEIRARIIC
TBHEEERIRETS. VL, JAEEDs B REARIANC 190~ 280mg/H, AR5
b) progesterone pE/l:%k > pregnenolone ¢ progeste- / 10> progesterone 23 /MBI T W% & &L T
rone \¢) conversion factor . [ pregnenolone sulfate o 3#H: 1 H50mg &
EWAIRA, SRR, MBS TN, W5 DI, Zander OREREF[ET D L, AR, HS
X6 733 & & model %#1AC, progesterone P/l DRI L T\~ % 38-hydroxy steroid dehydrogenase
H % X O pregnenolone 75, progesterone ~~¢> conver- BT AT, IBMEETFIF L, B Sodaite
sion factora B HI L, HIRRT LI, WEMOE Pz steroids o> JiEKHET & LT @ progesterone %7 C
115, 4ng/ i, conversion factor 10,591 %t L AEpfr: WHKEEL BRG. Tiodbb, IHir pregnenolone
Wy pE4E 873, 151mg/H & 7o b, conversion factor sulfate 13, RHAIIFR progesterone o> F:7- % HiEKE
25.5,27.8% L¥EINT % . Wik HI pregnenolone o FI THanEnwz 3. Zhboo ik, i< ik Cassmer
%5 E B L DD, pregnenolone ik fLDKI25% 7% proge-  IFHIKEAKIIAT, progesterone o {CEIIEYTH S preg-
sterone (T B ICF F Lo, nanediol 7%, LIS T AR ST\ 2 &0, BRTEC:
<) WKW EERIRIL, FRHACSKMSIIAR steroids P 7s & Bl IRM pregnanediol fHAS, estriol L 3ii7c b, e
DIFHT DI mEA Fift 3% & &, anencephalic fetus 1%
TEH BN GIR, FHARHMILR o pregnenolone, pregneno- Wb, ifilHr progesterone Y, TEFIRICH B & L4,
lone sulfate, progesterone DYLE AW Lic. FDfER RIS DO H S AR EELS.
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d) RHAEIE 2 B ORI E I OWT

ITEIRRS:, FHAEIE s pregnenolone sulfate /3413
EATHZEBMBIRT WS, RMERIE Sk pregne-
nolone sulfate |}, progesterone pE4: DHTERMIE & LT,
WAL B IR R HD T B DT HA 5 ), Cushing syn-
drome 7 B HERIG 2320 7o B 3% 05,  substitu-
tion theraphy =, fEIR U7 fiE B2\ ~C, pregnancdiol,
estrone, estradiol, estriol 2% L 7= 58 % X 81 KL

P8 Cushing ERIRH A7 v A ¥ HRILAE

URINARY PREGMNANEDIOL URINARY ESTROGEN
MG DAY 8 DAY
5
70
4 EVACUATION 60 e——-—s ESTRONE
1 * -x ESTRADIOL
50 o———— ESTRIOL
3
40
2 30 \\\\\\\‘
.
nf
! Tl - /
10 N Vg
‘\\' \\\\« . \‘\t‘: ,‘:
Dwrl
) t 2DaY 1 2 30aY

To. BEMEIATIERMEPNE b D, evacuation #43
HZRMDIALT L5 2 Lok, BAMEH: progesterone jif
A DOFIERYEHHE L 5 50 BiE, FHMABI K & 7oy

4 Frd

Ja#E D progesterone FEA: & \~5 g, JABEONS)
WEIBIE LT, JRIRIL, BT X v pregnenolone sulfate
WL, MRIECEEY, dn#t S progesterone %,
H &k iR B steroids DFIEKYE & LCHIH
LT\w% . BHEEIE X progesterone o R4y E LS D
BRI DU, KERMEZ GO ToRL. BB, i
By, rbE 2k Mk o cholesterol % FRIERME &
L C, progesterone a7 DT \5 EEZ s,

Ol WMEMTF R bOoEryOEREFCDOLT

WMEMETF P irey (WCG) LTI, 19604
Wide B2 X0T, Z0fEshiilE 25 580 Sk,
% DAWEIREDS ERE & WITIR10HE 8 peak % %
D, %O pattern IEY. X DT I, —FHED
, A
oD TR & 5 JUREBE D B, 35 & UCRMMNC W
SRHOELHEL DR TS,

bhvbhik, ToHWBEY I RBETERC X b

vV AR Y A 653

AEHA L. 37 b IR ETE A AT\ R R BHA R, PR
BAERE 2 I L, hCG ZHA I RICT JW L.
FHARIRETR R o hCG B, R BRI L5}
THOHL, JRRMERKE R Lin 2z % hCG
R bivieh oz, F i leucine-U-""C R ¥kl ic
Mz T, AN~ radicactivity o B DAL % MaEf
Lick &5, BIFHCIR DARL, BT 5 0 L0 -
Jo. SO, RBERERT, BIRIERARAE
Z, BCG BRI TONB T EHFR LTS .

DX ARy WMEND hCC ORELEA HEL TwD b
DL 7e D, A RIERT 5 0w, MBlgdfks L
T hCG JE2: D3 Wb T8 DT X HDTHS 5D,

R10 MEMEBR > 5 hCG EAd iy Jik
Incubation of villi with leucire-4,5-3H

5,000 M6 OF VILLI (WET WEIGHT)

10 mu oF KREBS RINGER BICARBONATE BUFFER

20 M6 OF GLUCOSE

300 ue oF STEROID OR 200 UG OF ACTINOMYCIN D

100 uniT oF poTAssIuM PENICILLIN G AND 200 UG OF STREPTOMYCIN
100 uCr oF LEuCINE-H,5-"H

INCUBATE AT 37°C FOR 20 H. UNDER AEROBIC CONDITION
HOMOGEN1ZED

257 ETHANOL SUP.

PROTEIN PREPARATION WITH ACETONE, ETHANOL AND ETHER
p1ssoLVeD IN 0,02M TrRis PHOSPHATE BUFFER

CENTRIFUGE AT 3,000RPM

SUPERNATANT WAS APPLIED ON SEPADEX.G:-150_COLUMY_CHROMATQ-
GRABHY AND RUN WITH 0,02M TRIS PHOSPHATE BUFFER

DIALYSIS AGAINST TAP WATER AND LYOPHYLYSIS
ApPLIED ON DEAE_SEPHREX.A-50_COLUMN_CHROMATQGRABHY AND
ELUTED STEPWISE WITH 0.04M Tris pHosPHATE BUFFER, 0.1M NaCL

IN 0.04M TRis PHOSPHATE BUFFER aND 0.2M NaCL 1n 0.04M Tris
PHOSPHATE BUFFER

DIALYSIS AND LYOPHYLYSIS

DISSOLVED IN 3.4 ML OF TRIS PHOSPHATE BUFFER

ML 0.1 M 3 ML

A RADIOACTIVITY IMMUNO-REACTION
ADD 0.1 ML OF ANTI-SERA
REACT AT 4°C FOR 48 M.

ADD 1 ML OF ANTI RABBIT -GLOBULIN
ANTI~SERA

REACT AT 4°C FOR 72 H.
CENTRIFUGE AT 3,000 reM
SEDIMENT

DD 1.0 ML OF WATER

0.1 ML OF SAMPLES WERE APPLIED
IN VIALS,
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9 Sephadex G-150 chromatographic pattern

cPM
2500
2000
1500
1090
HBV 112ML
500
25 5 109 125

75
FRACTION NO.

Z DN R B, RIOK SRT L 5 7k HEET
leucine-4,5-*H % i\~ TIRF Wk T D slice incuba-
tion % 3% 7. ethanol /), acetone LEA#, Sephadex
G 150 column "G4y Uic. 4y pattern |3 9 WiRk T
=& T, 76~86 tube 4y immunoreactive hCG
BAFAE Ule. 0T ENT, TASTEIRY DEAE-Seph-
adex A 50 column 12°C, & BICH{E Uiz, 15~20 tube
DG hCG BFAE Lie (10D, & DL & BHTH

10 DEAE-sephadex A50 chromatographic pattern

060 TRIS PHOSPHATE BUFFER 14 WACL THS POSPATE GUFFER | 0.2 NACL TRIS PHOSPHATE GUFFER
{ }

cPM
2500
2000
1800
1000
500)

] .

3 10 15 E) 25 E) 35

FRACTION NO.

TREERRR L, anti-hCG sera L incubation L, X Hhi©
anti rabbit y-globulin } [ZH &%, 4 Uit o radio-
activity FFHI L7z,

117332 & &, progesterone JpEETiL, hCG ~
@ radioactivity OHE DIAZ DA DB D, estradiol T
VEHL D IR ORI A RO T . WRIN L7 steroids D23,
AR T B 2 T B e, hCG &\ RSN L
THNCRR DD % MESRCIR S NI ML HD SO
D, ThbD steroids 33, hCG pes:7% HFHL 50
Bt RR T AR EELD.

HPEEMRFE274: 8 B

11 Incorporation of leucine-*H into HCG

CPM/IU
200+
180 - F
Q
)
=
3 ] [
100 e Z 0
= b w
& uf
Q o
© o,
1
50 3
4
o

IV RN YO 270 YyELEORIEEFICDNT

195241551, hCG 23, luteotrophic ZfEfia o=
&, Tloh bR RERER IR TS - S R L, TR
e hCG 23, JRJL o> progesterone pEA: A HEkE X,
IEWRMERST 2T HEMRC D\ CE R U e, — T IR IS AR
D5 B WA DIk, LG THUOIRE R L T,
JKFR > pregnanediol \I{K e, IERRIZMERT A C &
HRELTWS., S0 X5, BIKDERANIEE Ui
e ofaigiilicin s hCG D4y d %35, hCG
luteotrophic action %% % /L MRLER & 2 25 0
TR CH B .

o, EEMETHIHoME s E L TL 5. hCG
1%, 6P progesterone JEAEIC, fil B s DR 1
LTCWBDTHS Db, OB RIET 501, 3
INER & & & TFEC, #fliaREo slice incubation %
1727z . incubation &7 %% progesterone % fil{!, defat-
ting, thin layer chromatography i X 2#f{bO D%, gas-
chromatography 2 X §) progesterone 0 E&% {7207,
MR 121 7392 & <, control  SEE% 12 ML C,
anti-hCG #hi#E, hCG IRIEE L LWHEOELRD I
POt L ORERE, WInL7z hCG 23, HIfANICA DY
5 %7, HIBEPIE A 7 hCG 2%, endogenous hCG &
& FRETRER % Befod 2, anti-hCG 3fiflapic A
T endogenous hCG %Il 5 3 0%, H&©
VTSR JEEC R LEEOCTEY WELTW5h b
DD, hCG DfiifiEP] progesterone Az > (iEHE DT] FEM:
FARD TR W SR S5 .

TiL progesterone pEA:VY, {iic Lo T H{ifl I
B D0 IEEIR, B £ i #7575 debydro-
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%11 JAfkic i % progesterone X oM ES I vE

2g of placental tissues

conditioning hCG (ZSOOiu); anti-hCG (8000iu) and control groups

Iml of Krebs Ringer buffer

. incubated for 1 hour at 37°C

|. stopped reaction with methyl alcohol 10ml

- homogenized

|_defatting with 70% methyl alcohol water at -15°C over night
I_ centrifuged for 10min. at 3000rpm

. reduced volume

L. extracted with ethyl ether 15ml

L. washed with carbonate buffer 2ml and water twice

L. TLC ( ethyl ether; benzene= 1;2 )

L determination of progesterone by gas chromatography

X112 Progesterone synthesis in term placenta PEZ D, DHANEINT A IEIERYCIL progesterone
mssue B DRI, BLTD LB LB LAUES .

V BREATX O YEEOHIEBFCDNT
hCG 73, JalEPy progesterone FEA: % {lEHE L7x\ &3
% &, hCG D&Y E R DRSS, T B
Il bicu. gD $,vo aromatization {EiE, JE
.l W<, estrogen D/MUNIIEIRA TS L LT, 1000%
KHEATEZZ L3 IMbhTw3BEETHS. hCG
Y, & aromatization ] DB %5 ADTHS
5 D>,
BAlEVER /I X b, androstenedions X ») estrone,
13 Progesterone synthesis in placenta estradiol DFR{R%A HT-F5H, hCG FINFETIT FI50%
#8/ TISSUE #12 MR w1} % aromatization o REJ7EE

10.0 incubation medium

%ﬁ

“JOHLNOD 3WIL 0
TICHiINOD
DOH—ILNY

NIGOST DoH

stopped reaction with 200mg of trichloroacetic acid

added 20000cpm of 3H-estrndiol and 20000cpm of 34- androstendione
Romogeni zed in 3ml of ethyl alcohol

— —— centrifuged for 10min. at 3000rpm

deffatting ( 70% methanol water at -15°C )

. centrifuged for 10min, at 3000rpm

5-0 r extracted from supernatant fraction with ethyl ether

evaporated to dryness

dissolved in benzene

TOYHINGD
Nt

extracted with IN NaOH

TOHINGD 3WIL 0

benzenc layer NaOH layer

evaporated to dryness adjusted pH 5 with HCI

13
extracted with 2thyl ether

evaporated to dryness

epiandrosterone-sulfate (DHA-S) % incubation medium

TLC ( system 1 ) TLC ( system 1 )
EFWC%\QJJH Lz slice %%&‘ﬁf)f;_ %@,ﬂé%%@lB?C}f{ cyclohexane; EtoAc; EtOH TLC ( systsm 2 )
by v S ke S ;45 cyclohexanz; EtoAc= 12; 10
‘/9&7:7)’ DHA-S ﬁ%j}ﬂﬁf?i, progeSterone Eé&ﬁ"’ﬁ@]?ﬁ ‘ &wst@ﬂdione B ' estradiol
block X -, =z &%, 38-hydroxy steroid dehydro- \\\

radioactivity; liquid scintillation counter

genase F¢ffC, pregnenolone * DH A & & competition
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