Bojar, Dreyfirst, Balzer, Staib and Wittliff: Oestrogen-binding components in human renal cell carcinoma 521

J. Clin. Chem. Clin. Biochem.
Vol. 14,1976, pp. 521-526

Oestrogen-Binding Components in Human Renal Cell Carcinoma
By H. Bojar, R. Dreyfiirst, K. Balzer, W. Staib

Institut fiir Physiologische Chemie II, Universitit Diisseldorf

and J. L. Wittliff

Department of Biochemistry, University of Rochester (N. Y.)

(Received May 7, 1976)

Summary: Specific binding-of [*H]oestradiol-178 by the cytosol fraction of human renal cell carcinoma was studied.
The binding reaction displayed marked ligand specificity and high affinity of binding. Unlabelled oestradiol, oestriol
and oestrone inhibited the binding of [*H]oestradiol-178 to the cytosol binding sites, whereas all other steroids tested
turned out to be only weak or insignificant competitors for the oestrogen binding sites. Scatchard analyses suggested
the existence of a single class of binding sites. The dissociation constant of the oestradiol-binder complex was found
to be 2.51 + 0.75 X 107 mol/l. The number of binding sites was limited (17.5 + 3.8 fmoles per mg of cytosol pro-
tein). Sucrose gradient centrifugation revealed these binding components to be macromolecules, either displaying

a complex sedimentation pattern (peaks at 3.5S, 48, 5.7S and, in addition, high molecular weight aggregates) or
sedimenting in the 4 S region alone. By agar gel electrophoresis it could be demonstrated that the oestradiol-binding
components migrated into the receptor region of the gel. Binding of [3H]oestradiol-178 to these entities was markedly
reduced, when the cytosol was heated (60 min at 45°C) prior to the reaction with the labelled hormone. Since the
specific binding components exhibit properties of oestradiol receptors in target tissues, a direct effect of oestradiol

on human renal cell carcinoma is suggested.

Ostrogen-bindende Komponenten in hypernephroiden Karzinomen des Menschen

Zusammenfassung: Die spezifische Bindung von [3H]Ostradiol-178 durch die Cytosolfraktion hypernephroider Nieren-
karzinome des Menschen wurde untersucht. Die Bindungsreaktion zeigte eine ausgeprigte Spezifitit und hohe Affinitat.
Unmarkiertes Ostradiol, Ostriol und Ostron hemmten die Bindung von [3H]Ostradiol-178, wihrend alle iibrigen
getesteten Steroide sich nur als schwache bzw. nicht signifikante Kompetitoren erwiesen. Scatchard-Analysen deuten
auf nur eine Klasse von Bindungsstellen hin. Die Dissoziationskonstante des Ostradiol-Binderkomplexes betrug

2,51 £ 0,75 nmol/l. Die Zahl der Bindungsstellen war limitiert (17,5 + 3,8 fmol/mg Cytosolprotein). Saccharosegradi-
entenzentrifugation zeigte, daf diese Bindungskomponenten Makromolekiile waren. Das Sedimentationsprofil war
eritweder komplex (Maxima bei 3,58, 4S5, 5,7S und zusitzlich hochmolekulare Aggregate) oder zeigte nur ein Maxi-
mum in det 4S-Region. Durch Agarelektrophorese konnte demonstriert werden, dal die dstradiolbindenden Kom-
ponenten in die Rezeptorregion des Gels wanderten. Die Bindung des tritijerten Hormons an diese Molekiile nahm
erheblich ab, wenn das Cytosol vor der Reaktion mit dem radioaktiv markierten Ostradiol erhitzt wurde (60 min bei
45°C). Da die spezifischen Bindungskomponenten Eigenschaften von Ostradiolrezeptoren in Zielorganen haben, wird
eine direkte Wirkung von Ostradiol auf hypernephroide Karzinome des Menschen erwartet.

Introduction advanced renal ¢ancer as well as treatment with cytotoxic
drugs have been disappointing (2, 3). In this situation
Between 70 and 80 per cent of all malignant kidney Bloom (4), Samuels (5), Paine (6) and Briihl (1) have
tumours are renal cell carcinomas (1). Even if at the time  drawn attention to the possibility of achieving significant
of nephrectomy no distant metastases can be detected, tumour regression in a limited number of patients with
about 50 per cent of the patients die within 5 years after  renal carcinoma by administering steroid hormones. The

removal of the primary tumour (1). Radiotherapy of concept of an endocrine dependence of renal cancer in
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combustion of the samples was complete, the vials were allowed
to stand at — 10°C for about § min in order to completely
condense the tritium water-vapor. Subscquently, the special
sample holders were removed, 10 ml of Bray’s scintillation fluor
(15) added to each vial, and the samplcs were ready for liquid
scintillation counting.

Results

For determination of the nature of the molecular species
binding oestrogen, cytosols prepared from human renal
cell carcinoma were reacted in vitro with [3H]oestradiol-
178 and then analyzed by the dextran-coated charcoal
procedure, sucrose density gradient centrifugation, and
agar gel electrophoresis.

Use of the Dextran-Coated Charcoal Assay

The charcoal adsorption assay was used to estimate the
affinity of the binding components for 178-oestradiol,
and to ascertain the relative affinities of other steroid
hormones for the oestradiol-binding entities.

Titration of the cytosol

The affinity of oestradiol binding to cytoplasmic compo-
nents of renal cell carcinoma was determined by in-
cubating the cytosol with increasing concentrations of
[3H]oestradiol-178. At each concentration the specific
binding was determined by subtracting the amount of
tritiated hormone complexed non-specifically in an
identical reaction, containing the same concentration of
[3H]oestradiol-178 but in addition unlabelled oestradiol
at 1 umol/l. Saturation type binding curves were obtained
(not shown). To estimate the dissociation constant of the
oestradiol-binder compléx and the maximal number of
binding sites, the results were analyzed by the Scatchard
method (21). As can be seen in Figure 1, a plot of the
concentration of oestradiol bound versus the ratio of
bound over free oestradiol closely approximateés to a
straight line. From the slopes of Scatchard plots over the
indicated range of hormone concentrations the disso-
ciation constants for the reaction: oestradiol + binder
<=Zoestradiol-binder complex was calculated and found
to be 2.51 £ 0.75 X 107 mol/l (mean *+ SEM of four
individual experiments). Assuming that the binding
entities are univalent and that only a single class of
specific binding components exists under the conditions
of the assay, the maximal concentration of the binding
entities was determined to be 17.5 + 3.8 fmoles per mg
of cytosol protein (mean + SEM of four individual
experiments), ranging from 10 to 27 fmoles per mg

of protein.

Ligand specificity
The relative affinities of various steroids for the
17B-oestradiol binding components, as measured by
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Fig. 1. Scatchard analysis of the titration data for the oestrogen-
binding components in the cytosol of human renal cell
carcinoma. 105 000 g supernatants (0.2 ml portions),
prepared in Tris buffer B, were reacted with increasing
concentrations of [3H]oestradiol-178 (0.2—3.7 nmol/l)
at 0—3°C for 14 h either alone or in the presence of
unlabelled 17p-oestradiol at 1 umol/l. Binding was
measured by the dextran-coated charcoal assay.

Kp = 1.3 X 10 mol/l.

competition studies, are summarized in Table 1. The
ligand specificity for binding to these entities indicated
arequirement for oestrogens. These results are similar
to those reported for normal human kidney (22). Pro-
gesterone turned out to be a moderate competitor for
oestrogen binding sites. Weak inhibition of oestradiol
binding was observed in the presence of cortexolone,
while aldosterone, corticosterone, cortisol and dihydro-
testosterone seem to compete only insignificantly with
oestradiol for binding to these sites.

Tab. 1. Ligand specificity of {3H]oestradiol-178 binding by cyto-
sol from human renal cell carcinoma. Cytosols (0.2 ml
portions), frepared in Tris buffer B, were incubated with
.4 nmol/] [°H]oestradiol-17g for 14 h at 0—3°C, either
alone or in the presence of a competitive substance at

1 umol/l. Each reaction was terminated by the addition
of 0.5 ml of the dextran-coated charcoal reagent. Inhi-
bition of specific [3HJoestradiol-17-binding is expressed
as percentage of control value.

Competitive Substance Inhibition of Specific
[3H]Oestradiol-178
Binding [%]

None 0

Qestradiol 100
Qestriol 75
OQestrone 78
Progesterone 26
Dihydrotestosterone 3
Cortisol S
Corticosterone 9
Cortexolone 18
Aldosterone 11

37*




524

13

Bojar, Dreyfiirst, Balzer, Staib and Wittliff: Oestrogen-binding components in human renal cell carcinoma

Sucrose Gradient Centrifugation

Isotopic profiles of the cytoplasmic oestradiol binding
components separated on low ionic strength sucrose
density gradients (50—200 g/1), are shown in Figure 2.
Specific binding is indicated by the difference in the
areas under the peaks, obtained in the absence (closed
circles) or presence (open circles) of an excess of un-
labelled 17B-oestradiol. Analysing the cytosols from
different renal cell carcinomas, two distinct types of
isotopic profiles were obtained. In both plots (Fig. 2,
profile A and profile B) specific binding of 17p-oestradiol
to macromolecular species, sedimenting in the 4.2—4.48
region of the gradient, can be seen. In profile A (Fig. 2),
however, additional specific binding components at
about 3.5S and 5.7 are discernible. Moreover, a signi-
ficant fraction of the radioactivity was recovered at the
bottom of the tube, thus, exhibiting a high sedimentation
coefficient. It therefore appears that at low ionic strength
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Fig. 2. Representative isotopic profiles of oestrogen-binding
macromolecules, separated by sucrose gradient centrifuga-
tion of cytosols, obtained from human renal cell carci-
noma. Aliquots (0.2 ml) of cytosol, prepared in Tris buffer
A, were incubated with 3 nmol/1 [3H]oestradiol-178 for
2 h at 0—3°C either alone (closed circles) or in the presence
of unlabelled oestradjol at 1 umol/l (open circles). The
cytosols were subjected to déxtran-coated charcoal treat-
ment and then assayed for binding activity by layering
over linear 50—200 g/l sucrose gradients in Tris buffer A.
The gradients were centrifuged for 16 h at 56 000 rev./min
(0°C) using a Spinco SW 56 titanium rotor.

17B-oestradiol forms a complex with cytosol macromole-
cules which tends to aggregate. All peaks represent satur-
able steroid binding sites, for binding is inhibited by an
excess of unlabelled oestradiol.

Agar Gel Electrophoresis

For further characterisation of the oestrogen binding
components in human renal cell carcinoma, the cytosol was
submitted to agar gel electrophioresis at low temperature
(Fig. 3). The assay discriminates between receptor proteins
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Fig. 3. Electrophoretic separation of cytoplasmic oestrogen-
binding components from human renal cell carcinoma.
Cytosols were reacted with 10 nmol/l [®H]oestradiol-178
for 2 h at 0-3°C (Profile A). The heat lability of the
binding components was determiried in parallel incubations

°*  with cytosol, which had been heated for 1 h at 45°C
(Profile B). Aliquots (50 ul) of the cytosols were then
- separated by agar gel electrophoresis (10 g/l agar gel,
130 mA, 70 min, 3—4°C gel temperature). 5 mm sections
were counted: after in vial combustion.
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and sex-hormone-binding globulin which may be present
in human tissue extracts due to serum contamination
(18). Receptor proteins migrate towards the anode,
whereas sex-hormone-binding globulin and free oestradiol
move towards the cathode. Moreover, high affinity
binding to receptor sites can be distinguished from low
affinity binding to serum contaminants, the oestradiol
complexes of which do not withstand agar gel electro-
phoresis. As can be seen in profile A (Fig. 3), high affinity
binding of [3H]oestradiol-178 could be clearly demon-
strated in the receptor region of the gel. In profile B

(Fig. 3), the heat lability of these binding components

is shown. In this experiment, the cytosol was heated for
60 min at 45°C prior to the reaction with the tritiated
hormone. It can be clearly seen that the majority of the
binding entities in the receptor region displayed a heat
lability, which closely resembles that of oestrogen
receptors in target tissues (23).

Discussion

The results presented here demonstrate the existence of
oestradiol binding components in the cytoplasmic fraction
of human renal cell carcinoma. The ligand specificity for
binding to these components compares well with that of
normal rat (24) and human kidney (22). The fact that

a large excess of unlabelled aldosterone did only weakly
compete with tritiated 17f-oestradiol for binding to these
entities, suggests that the oestradiol-binding sites are in-
dependent of mineralocorticoid receptors. The inability
of dihydrotestosterone to compete with oestradiol for
binding to these components clearly excludes a ‘““cross-
affinity” of 17B-oestradiol for an androgen receptor,
which may be present in renal cell carcinomas of male
patients. Interestingly, progesterone, which is known to
cause a significant tumour regression in a limited number
of patients with renal cell carcinoma (4, 5, 6) turned out
to be a moderate competitor of [>HJoestradiol-17p binding
to these components. By agar gel électrophoresis it could
be demonstrated, that the oéstradiol-binding entities
exhibited an electrophoretic mobility, which was different
from that of sex-hormone-binding globulin and which
closely resembles that of oestrogen receptors in target
tissue (18, 23). The heat lability of the binding compo-
nents provides further presumptive evidence for these
binding sites being oestrogen receptors (23). The binding
reaction displayed saturation kinetics and high affinity
binding of the hormone to cytosol macromolecules.

The dissociation constant of the binder-ligand complex
from the cytoplasmic fraction of human renal cell car-
cinoma (2.51 + 0.75 X 107 mol/l) is strikingly similar
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