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Abstract

The assay of oestradiol described in this study is a
radioimmunoassay using a specific antibody produced in rabbits
against oestradiol-e-BSA, The radioactive ligand, oestradiol-e-
oximo/qzsI—histaminc, was prepared by preliminary iodination of
histamine followed by its coupling to the oestradiol-e-(o-carboxy-
methyl) oxime and then purified by thin layer chromatography using
alumina precoated sheet developing in the solvent system benzene
ethanol (3:1 v/v). Although the radioligand could be utilized
with the antibody at a final dilution of 1 o0,000, its immuno-
reactivity was considerably improved after a second purification
step using a sephadex LH-20 column and the antibody final dilution
could be increased to 1:87+0,000. The reaction mixture was incubated
in 0.1 Mphosphate buffer pH 7.0 at kc for 16 - 2k hour and the
separation of bound and free form was performed by the addition of
10 my of dextran-coated charcoal in assay buffer per tube.



A comparative study on the effect of celite chromatography
on the reliability of the method in determining serum oestradiol

extracted with ether showed that the precision of the two methods
were not significantly different. The coefficient of variation

varied from 3.6 - 9.8% Dboth for within and between assay and the
accuracy of the chromatographic method was higher than the method

without. The percentage recovery ranging from 91-6-112-9%
to 86 - 5 - 140 + 21% were obtained when the standard oestradiol

was 3,dded to the male serum at a concentration of 150 - 8,000 pg/cm”
respectively. The antibody was considered to be highly specific
having cross reaction with only few steroids. The percentage of
cross reaction with oestrone, oestriol and 16-epiestriol were 0.36,
1.72 and 5.0 respectively. The sensitivity of the method calculating
from the percentage bound at zero concentration minus two standard
deviation was found to be 10.2 pg/cm”

The determination of serum oestradiol during menstrual cycle
of four women showed that the level of oestradiol Vlas highest at mid
cycle period ranging from 487 - 1194 pg/cnr  with a mean of 770 pgl/cra
and the concentration at mid luteal phase varied from 232 - 608 pg/cm

with a mean of 380 pg/cm . The pattern of oestradiol concentration
was highly related to the concentration of luteinizing hormone,

follicle stimulating hormone and progesterone.
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|H
FSH
Oestradiol-17p (EM)
Oestrone (1)
Oestriol (E-)
16-Epiestriol
7-Epiestriol
61l7-Epiestriol
Androsterone
Androstene 3» 17-diol
Testosterone
Déhydroépiandrostérone
Progesterone (p)

7oL -Hydroxvprogesterone

Cortisol

Luteinizing hormone
Follicle stimulating hormone
1»3 5 (10)-Estratrien-3,
17/3-diol
j3»5(10)-Estratrien-3~0l-
17-one
1,3,5(10)-Estratrien-3j 160f,
B-triol
153)5(10)-Estratrien-3, lep,
173-triol
19395 (10)-Estratrien-3,
16, 70(-triol
13,5 (10)-Estratriell-3,
l6p, 17 -triol
5 -Androstan-30" -ol-17-one
5-Androsten-3B117p diol
4-  Androsten-17p“01-3~one
5-  Androsten-3p-ol-17-one
k-Pregnen-3, 20-dione
k-Pregnen-17(X - 1-3»
20-dione
N-Pregnen-np, 17 1

21-triol-3,20-dione
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Pi

Cholesterol 5-Colesten-3”-0l

EM-G-0xime Oestradiol-6-(0-carboxymethyl)-oxime

e2-6-bsa Oestradiol-6-(0-carbox3rmethyl )-oxime
bovine serum albumin

e,-0-fsa Oestradiol-6-(0-carboxymethyl)-oxime
rabbit serum albumin

E2-3-BSA Oestradiol-3“heraisuccinate-bovine
serum albumin

E?-17-3SA Oestradiol- 7-hemisuccinate-bovine
serum albumin

1257 -HGH A*31-Human growth hormaone

125i - heg AM-Human chorionic gonadotropin

125i - fsh 1231-Follicle stimulating hormone

E2-6-125] Oestradiol-6~(0-carboxymethyl)-
oxine/*231-histaminé

3h-e2 Oestradiol-6,7“3H(N)

Anti-E2“6-5SA Antibody of oestradiol-6-(0-carboxy-

methyl)-oxime-bovine serum albumin
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