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ABSTRACT

Estrogen 'receptor (ER}Y function as mediator of
estrogen action on target organs. Determination of ER in
human mammary tumor is c¢linieally valuable in the selection
of suitable therapy. In this study, the modified dextran
coated charccal method (DCC) had been developed to
determine ER and PgR more <conveniently, accurately and
precisely. The modification steps and their results are as

the followings.
a) Addition of 10 % glycerol in the uterine

cytosolic preparation increased ER content from 16 +o 88
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fmol/mg protein but reduced the specific binding to
estradiol by increasing Kd va;ues from 0.20 to 0.75 nM.

b) Sodium molybdate 20 mM added to the cytosol
insignificantly affected the ER values as compared to the
untreated one, 120.6+49.21 and 95.66+23.8 fmol/mg protein
respectively.

c) Ammonium sulfate precipitation of ER from
cytosol reduced ER content from 56.42+10.44 to 25.1313.68
fmol/mg protein.

ER content of uterine cytosolic samples
determined by a modified DCC method and polyethylene gljcol
method the modified DCC method gave the lowest % C.V. and
less S.D. than the DCC method. The modified DCC was
also reproducible and more precise than other methods,
therefore it was chosen to determine ER content in breast
cancer tissues of patients.

.Estrogen receptor reference standard in porcine
uterine c¢ytosol preparation was purified by the two
adsorption technics; heparin-Sepharose adsorption technic,
the c¢ytosol preparation was 8 fold-purified, with 23 %
yield, while by DES-Sepharose adsorption, the preparation
was 16 fold-purified and 16 % yvield. Characterized by SDS-
polyacrylamide gel electrophoresis, the ER preparation from

heparin-Sepharose adsorption technic appeared ‘as ten




stained bands including three major bands of Mr. 6.4, 8.3,
10.0 x 104 daltons. But by DES-Sepharose technic, it
appeared as only two small bands.of Mr.9.5 and 10.0 x 104
daltons which was suggested as subunits of the ER dimer.
The modified DCC method was used to quantitatively
determine ER and PgR contents in breast cancer specimens
from patients (N=158}. It was found that 34.2 % (54/158) of
the total c¢ases were ER+ and 13.3 % {(21/158) were PgR+,
while 6.9 % (11/158) were ER+, PgR+, 6.3 % (10/158) were
ER—-, PgR+, 27.2 % {43/158) were ER+, PgR~ and 59 % (94/158)
were ER-, PgR-. Percentage of ER+ samples was highest in
Stage III of patients while PgR+ sample was highest in
Stage IV of patients. According to menstruation period, the
average values of ER+ and PgR+ samples seemed to be higher
in postmenopausal women tﬁan those of premenopausal women.
In conclusion, the modified DCC method for ER and
PgR determination. has been developed by adding 10 %
glycerol and molybdate for stabilization of receptor
complex. The results analyzed by this method were closed
to the original DCC method but more preceised. Therefore
-the modified DCC now. has been routinely used for ER and PgR

determination of the tumors of breast cancer patients in

the hospital.
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