
Radiochim. Acta 2015; 103(11): 765–776

Filipe Vultosa, Susana Cunhaa, Célia Fernandes, Maria Cristina Oliveira, Fernanda Marques,
Maria Filomena Botelho, Isabel Santos, and Lurdes Gano*

New estradiol based 111In complex towards the
estrogen receptor
DOI 10.1515/ract-2014-2355
Received October 29, 2014; accepted July 6, 2015; published online
October 9, 2015

Abstract: The oestrogen receptor (ER) is an important
tumour target for molecular imaging and radionuclide
therapy due to its overexpression in many malignant
cells as compared to normal cells. Aiming to find new
functional molecular imaging/therapeutic agents for ER
positive tumours, we have synthesized a new estradiol
derivative substituted at the 16-𝛼 position with a diethy-
lene triamine tetraacetic acid (DTTA)-like chelating lig-
and through a four-carbon spacer. The new bioconju-
gate (H

4
L), was used to synthesize the corresponding in-

dium complexes (InL/[111In]L). The radioactive complex
[
111
In]L was prepared in high yield (>98%) at final con-

centrations of 1 × 10−4M and its chemical identitywas as-
certained by comparing its HPLC gamma-chromatogram
to the HPLC UV-vis-chromatogram of the InL analogue.
[
111
In]L is hydrophilic and kinetically stable in the pres-

ence of an excess of apo-transferrin and in human blood
serum. Cellular studies in breast cancer cells (MCF-7 and
MDA-MB-431) suggest that [111In]L uptake may be me-
diated by an ER dependent mechanism. Biodistribution
studies were performed in mice indicating a rapid clear-
ance from most organs and a slow total excretion that oc-
curs mainly by hepatobiliar pathway. High in vivo stabil-
ity of [111In]L was confirmed by HPLC analysis of urine
and blood samples. Nevertheless, the hydrophilicity, the
low ER affinity and the biodistribution of [111In]L indicate
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that structural modifications are required to improve its
behaviour for ER targeting in vivo.

Keywords: Estrogen receptor, DTTA-estradiol conjugate,
cancer imaging, 111In complex.

1 Introduction
Cancer is a leading cause of death worldwide and an in-
creasing number of newmalignant tumours are diagnosed
every year. Despite the scientific advances in its early de-
tection and treatment, an effective cure for most types of
cancers still remains to be found [1, 2]. Chemotherapy and
endocrine therapy are valuable therapeutic alternatives
however, many patients become resistant to the pharma-
cologic treatments and develop metastatic tumours [3, 4].
Severalmechanismshave beenproposed to explain the tu-
mour progression and drug resistance [5–7] making clear
that an accurate tumour staging is imperative for adequate
treatment planning and to improve patients’ outcome [1,
8]. The increasing knowledge of the cellular, molecular
and genetic background of tumours led to the identifica-
tion of several biomarkers which have been considered as
potential targets for in vivo molecular imaging and thera-
peutic purposes [9]. The oestrogen receptor (ER), a ligand-
inducible transcription factor that belongs to the nuclear
receptor super family, is an important biomarker in breast
cancer since this receptor is up-regulated in many malig-
nant breast tumours. Therefore, it is an attractive target
for molecular imaging/systemic radiotherapy and its role
in carcinogenesis has been extensively investigated [10–
14]. Moreover, ER status can predict the disease prognosis
or response to hormonal therapy [15]. For these reasons,
the search for novel ligands to specifically target ER in tu-
mours is an important but demanding task.

Estradiol is a hormone with important roles in phys-
iological and pathological conditions including prolif-
eration and survival of cancer cells. Until recently its
biological effects have been attributed to regulation of
gene transcription of two well-known ERs, ER𝛼 and
ER𝛽. Additionally, ER also stimulates non-genomic pro-
liferative and anti-apoptotic signalling pathways medi-
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ated by ligand binding and growth factors [16–18]. Tak-
ing advantage of the increased ER expression in many
tumours, radioligands based on gamma- and positron
emitting estradiol derivatives have been developed for
non-invasive functional ER imaging in cancer by single
photon emission computerized tomography (SPECT) or
positron emission tomography (PET) [19–24]. However few
of them have reached the clinical stage [25, 26]. SPECT
imaging of ER in breast cancer has been successfully
achieved with radioiodinated 16𝛼-[123I]iodoestradiol and
17𝛼-[123I]iodovinylestradiols, while the most promising
radiofluorinated estradiol derivative in PET imaging has
been the 16𝛼-[18F]-estradiol (18F-FES) which has been
clinically evaluated for its predictive value on the respon-
siveness of breast cancer to endocrine therapy with ta-
moxifen [27–30]. Several attempts to design and prepare
steroidal and nonsteroidal estrogen derivatives labeled
with 99mTc, the most commonly available radionuclide in
nuclear medicine, have also been reported. Nevertheless,
none of them have revealed suitable ER targeting selectiv-
ity in vivo to be clinically useful [31–35].

The radiometal 111In is the second most widely used
gamma emitter for SPECT imaging. It has a half-life of
67.9 h and decays by electron capture with two 𝛾-photon
emissions at 173 and 247 keV (89 and 95% abundance, re-
spectively). Although most of the emphasis has been fo-
cused on the imaging potential of 111In radiolabelled com-
pounds, the simultaneous emission of low-energy Auger
electrons by this radionuclide offers the possibility for tar-
get specific radionuclide therapy, by inducing DNA dam-
age and cell death. Due to the short range of Auger elec-
trons, this application will be only possible when the de-
cayof the 111In radiolabelled compounds occurs in the nu-
cleus, in close proximity of DNA, to promote single-strand
or double-strand breaks [36]. Recently, radiometals like
99m
Tc and 111In have started to be explored for this pur-

pose with encouraging results [37–41]. Estradiol deriva-
tives have already been successfully described as effective
delivery vectors for metals into ER(+) cells [42]. Therefore,
one promising approach for radionuclide therapy of ER(+)
tumours would be the use of estradiol derivatives labelled
with 111In which, to the best of our knowledge, has only
been explored by our group [43]. The potential of 111In
for therapeutic use was already demonstrated with the ad-
ministration of high doses of 111In-DTPA-octreotide (Oc-
treoscan) to patients with neuroendocrine tumors. Data
from these treatments indicated that Auger electrons can
be safely and effectively used however the survival rates
appeared to be less than those with 90Y and 177Lu thera-
pies [44, 45].

The most frequently applied method of linking
the metal ion 111In3+ to a biomolecule is by means of
a bifunctional chelating agent, usually a polyamino
polycarboxylic ligand that efficiently coordinates the
radiometal. Among the chelating agents, the cyclic
1,4,7,10-tetraazacyclododecane-1,4,7,10-tetraacetic acid
(DOTA) has been widely used since it forms complexes
with very high thermodynamic stability and kinetic
inertness [46–48]. However, the acyclic ligand diethylen-
etriaminepentaacetic acid (DTPA) is also used to stabilize
111

In, providing very stable complexes [49].
Aiming to contribute for the design of estradiol based

111

In-complexes for functional molecular imaging and/or
therapy of ER positive tumours, we have synthesized
a new DTTA-like chelator bearing a 16𝛼-substituted estra-
diol derivative as well as the corresponding indium com-
plex. Herein, we describe the synthesis and characteriza-
tion of these compounds and the biological behaviour of
the radioactive complex.

2 Results and discussion

2.1 Synthesis and characterization of H4L

To synthesize the DTTA-like chelating agent, we have
followed the strategy first described by Williams and
Rapoport [50], which involved the bis 𝑁-alkylation of an
aminewith the tert-butyl protectedbis-carboxymethylated
amino ethyl bromide 1. Compound 1 was obtained from
ethanolamine by a two step synthesis. As despicted in
Scheme 1A, 1 reacts with benzylamine in CH

3

CN yield-
ing the bis 𝑁-alkylated compound 2 in good yield. Re-
action conditions were optimized in order to avoid over-
alkylation of the primary amine. The benzyl group in 2
was then removed by catalytic hydrogenation yielding
the intermediate 3, tert-butyl protected DTTA, a tetracar-
boxylic analogue of the diethylenetriaminepentaacetic
acid (DTPA). Compound 3 bears a central secondary amine
that can act as a useful functional group for the at-
tachment of the DTTA chelating moiety to a variety of
biomolecules in order to readily obtain target specific
metal conjugates.

The 16𝛼-halo-17-keto steroid 4 was prepared accord-
ing to the synthetic procedure described by Katzenellen-
bogen and Fevig [51]. Briefly, the lithium enolate of the
tert-butyldimethylsilyl protected estrone is stereospecifi-
cally alkylated at the 16-𝛼 position with the activated elec-
trophile trans-1,4-dibromo-2-butene affording 4. The alkyl
bromide chain on the steroid provided the linker unit
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Scheme 1: (A) Synthetic scheme for the preparation of the DTTA based chelating ligand. (B) Coupling of estradiol derivative 4 with the
chelating moiety 3 and synthesis of H

4
L.

to couple the biomolecule (estradiol) to the bifunctional
chelating agent (DTTA).

Therefore, compound 4 reacted with the protected
DTTA (3), usingDIPEAas base, yielding 5 after purification
by column chromatography (Scheme 1B). The formulation
of 5 was based on NMR and ESI-MS. In fact, the chemi-
cal shifts of the C𝐻

2

N protons of the DTTA backbone and
the absence of the multiplet due to the steroid side chain

C𝐻
2

Br protons provided evidence for the𝑁-alkylation re-
action, further supported by mass spectrometry analysis.

In compound 5, the tert-butyl and the tert-butyldi-
methylsilyl groups were simultaneously removed with tri-
fluoracetic acid, using 𝑖-Pr

3

SiH as scavenger. The progress
of the reaction was followed by HPLC.

Then, reduction of the C17-ketone was performed with
NaBH

4

, at 0 ∘C, for approximately 48 h. The pure ligand
(H
4
L) was obtained after purification in a C-18 Sep-Pak
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Scheme2: Synthetic scheme for the preparation of the inactive complex InL.

cartridge. Due to the complexity of the 1H-NMR spectra,
the 13C-NMR revealed to be crucial for the characteriza-
tion of H

4
L. The appearance of a signal at 87.6 ppm cor-

responding to the C17 hydroxyl group and the absence of
the ketone carbon signal at 220.7 ppm confirmed the re-
duction reaction. Goto et al. [52] described that the cou-
pling constant of the C17-proton (𝐽

16−17

) is typically be-
tween 6 and 8ppm when the stereochemistry of the pro-
tons is 16𝛽 and 17𝛼. This stereochemistry was supported
by the presence of the 17𝛼-proton NMR signal as a doublet
at 3.25 ppm with 𝐽 = 6.0 Hz, confirming that the “linker”
is at the 16𝛼 position of the steroid and that the alcohol
has formed at the 17𝛽 position as it appears in the endoge-
nous estradiol. The presence of a unique 13-methyl proton
signal corroborated the formation of a single product.

2.2 Synthesis and characterization of InL

The inactive Indium complex (InL) was obtained by re-
acting InCl

3

with an aqueous solution of H
4
L, at pH = 5

(Scheme 2). The quantitative formation of InLwas reliably
observed by HPLC after 10min (rt (H

4
L) = 10.82min; rt

(InL) = 9.53min). After appropriate work-up of the reac-
tion mixture the white solid obtained was analysed by IR,
NMR and ESI/MS.

In the IR spectra a sharp and strong band at
1627 cm

−1, significantly shifted relatively to the same
stretching band in the free ligandH

4
L (𝛥𝜈co = 36 cm−1),

was assigned to the coordinated carboxylates. The 1H and
13

C NMR spectrawere in agreement with the proposed for-
mulation. In fact, in the InL 13C NMR spectra, the four
equivalent COO− carbons of the chelating unit in the free
ligand, exhibited signal splitting upon complexation with
In3+. A similar effect was also observed for the carboxy-
late CH

2

-carbons. The negative-ion mass spectra showed
the expected molecular-ion peak ([M]−,𝑚/𝑧: 700.4) which
confirmed the formulation proposed for InL.

2.3 Radiosynthesis and characterization of
[111In]L

Radiolabelling ofH
4
Lwas achieved by reacting the ligand

with 111InCl
3

in an ammonium acetate buffer solution at
pH= 5 andat room temperature [53, 54]. Complex [111In]L
wasobtained inhigh radiochemical yield andwithhigh ra-
diochemical purity (>98%), using a final ligand concentra-
tion of 1.0 × 10−4M after 10min reaction time. The chem-
ical identity of the 111InLwas ascertained by comparing its
HPLC profile to that of the inactive indium complex (InL),
analysed as described above (Figure 1).

Hydrolysis of 111In3+ with the formation of colloidal
radiochemical species can be a noteworthy challenge dur-
ing the radiolabelling reaction. The eventual presence of
such hydrolysed species has been checked by paper chro-
matography, usingWhatmannno. 1 cellulose strips as sup-
port and 55% methanol as mobile phase, since these ra-
diochemical species cannot be identified by HPLC anal-
ysis. The radiochromatograms confirmed the absence of
such species (Rf = 0) and only the complex 111InL could
be detected (Rf = 1). The presence of free [111In]L was
also evaluated, both by HPLC and by ITLC. However, no
free metal was detected in the two systems (ITLC: 111InCl

3

Rf = 0, HPLC: 111InCl
3

rt = 3.19min).
The lipophilicitywas assessed through the calculation

of the partition coefficient between 1-octanol and PBS us-

Fig. 1: HPLC chromatograms of InL (rt= 9.53 min, UV detection,
𝜆 = 220 nm) and [111In]L (rt= 9.66min, 𝛾 detection).

Bereitgestellt von |     Helmholtz-Zentrum Dresden-Rossendorf
Angemeldet

Heruntergeladen am | 11.01.16 11:31



F. Vultos et al., New estradiol based 111In complex towards the estrogen receptor | 769

ing the “shake-flask” method [55]. The log 𝑃o/w value for
[
111
In]L was found to be −0.99 ± 0.02 which means an

hydrophilic character for the radiocomplex, certainly due
to the nature of the metal moiety and to the overall neg-
ative charge, since estradiol itself has a lipophilic nature
(log 𝑃o/w = 3.26) [7, 17, 56].

2.4 In vitro stability, transferrin exchange
and protein binding studies

The in vitro radiochemical stability of the compound was
assessed by HPLC analysis of aliquots taken at several
time points after incubation at 37 ∘C in order to predict
its in vivo behaviour. [111In]L has demonstrated to be ra-
diochemically stable up to 5 days at 37 ∘C in physiologi-
cal saline buffer (pH = 7.4). HPLC analysis of the ethano-
lic extracts proved that [111In]L was also stable in hu-
man blood serum for 48 h, with no detectable formation of
other radiochemical species. The percentage of serumpro-
tein binding estimated from the radioactivity retained in
the protein precipitate is relatively low (<10%) at all time
points, corroborating that in the serum there was mainly
the unbound [111In]L as radiochemical species.

Another challenge for in vivo application of 111In com-
plexes is the ligand exchange with transferrin, the iron-
transport protein. Our studies have shown that [111In]L is
stable in a solution of apo-transferrin (3mg/mL) with no
transchelationup to 48 h. Figure 2 presents theHPLC chro-
matograms of [111In]L in serum, PBS and apo-transferrin
after 24 h of incubation.

2.5 Cellular uptake studies

Cellular uptake kinetics of [111In]L was assessed in suit-
able human breast cancer cells, such as MCF-7 (ER+) and
MDA-MB-231 (ER-) to find out whether the complex is ef-
fectively taken up by cells. In order to assess specific bind-
ing, similar experiments were performed simultaneously,
incubating the MCF-7 cells with [111In]L in the presence of
estradiol. The cellular uptake of [111In]L in both cell lines
is presented in Figure 3.

A low uptake of [111In]L was found in both cell lines,
0.95%±0.04/million cells and 0.38%±0.10/million cells
in MCF-7 and MDA-MB-231, respectively. These low values
probably result from the hydrophilic character and neg-
ative charge of the radiocomplex that prevent high cell
membrane penetration by passive diffusion. The percent-
age of [111In]L taken by MCF-7 cells increases over in-
cubation time while no relevant increase was noticed in

Fig. 2: HPLC chromatograms (𝛾 detection) presenting the in vitro
stability of [111In]L in serum, physiological saline buffer (PBS), and
apo-transferrin solution, 24 h after incubation. The chromatogram of
the [111In]L used in these studies is also presented for comparison.

MDA-MB-231 cells. Despite the low absolute values found,
a decrease in the uptake (approximately 40%) was ob-
served when ER+ cells were treated with estradiol. These
findings, in addition to the lowest uptake obtained in
the ER- cells, suggest that the cellular uptake mechanism
may occur via an ER-mediated process. Nevertheless the
disappointing overall uptake selectivity does not suggest
[
111
In]L as a promising candidate for in vivo imaging.

2.6 Receptor binding affinity

In spite of the low cellular uptake, the relative binding
affinity of H

4
L and InL for the isolated recombinant hu-

man ER𝛼was checked trying to understand the role of this
receptor in the cellular uptake mechanism as these two
assays measure different properties and give complemen-
tary information. While the receptor binding assay with

Fig. 3: Cellular uptake of [111In]L in MCF-7 breast cancer cells, with
and without co-incubation with molar excess of estradiol and in
MDA-MB-231 breast cancer cells.
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Table 1: Biodistribution data of [111In]L, in female CD-1 mice, at 1
and 2 h after i.v. administration (𝑛 = 3).

Organ % I.A./g
1 h 2 h

Blood 0.4 ± 0.2 0.11 ± 0.02

Liver 9.3 ± 1.2 0.8 ± 0.5

Intestines 37.1 ± 3.2 40.4 ± 1.1

Spleen 0.12 ± 0.03 0.03 ± 0.01

Heart 0.11 ± 0.02 0.05 ± 0.01

Lung 0.2 ± 0.1 0.10 ± 0.07

Kidney 1.3 ± 0.3 0.4 ± 0.1

Muscle 0.13 ± 0.01 0.04 ± 0.01

Bone 0.14 ± 0.05 0.06 ± 0.01

Stomach 7.1 ± 0.5 0.6 ± 0.4

Uterus 0.09 ± 0.01 0.10 ± 0.04

Ovaries 0.5 ± 0.3 0.15 ± 0.06

Excretion (%I.A.) 10.6 ± 1.1 11.5 ± 0.8

the free ER just assesses the receptor binding, the cellular
binding assays evaluate not only the receptor binding but
also the ability of the complexes to penetrate into the cell.

The binding affinitieswere determined by in vitro com-
petitive radiometric binding assays using [3H]-estradiol
as tracer. Thus, affinities correspond to the inhibition of
the binding of [3H]-estradiol to the recombinant human
ER𝛼 and are expressed as IC

50

and relative binding affin-
ity (RBA) against estradiol. The IC

50

values for each com-
peting estrogen are calculated according to the sigmoid in-
hibition curves. However data from these assays indicate
that none of the compounds exhibit relevant binding affin-
ity for ER𝛼 since low displacement of the [3H]-estradiol
was found probably due to very low solubility of the com-
pounds in the assay solvents. Under our experimental con-
ditions the IC

50

of estradiol (1.69 ± 6.08 nM) is in good
agreement with the values previously reported [20, 22].

2.7 Biodistribution

Biodistribution studies of [111In]L were carried out in
adult healthy female CD-1 mice to get a first insight on the
in vivo stability and pharmacokinetics profile of the com-
plex and to understand how the molecular structure af-
fected the biological behaviour despite the poor ER affin-
ity. The tissue distribution of [111In]L for the most rele-
vant organs at 1 and 2 h after intravenous injection is pre-
sented in Figure 4. Total radioactivity excretion at both
time points was also determined.

The biodistribution profile of the compound showed
a rapid clearance from the blood stream and fast liver up-
take that rapidly clears into the intestines indicating the

Fig. 4: HPLC chromatograms (𝛾 detection) presenting the in vivo
stability testing of [111In]L in mice urine and blood serum, 2 h p.i.
The initial chromatogram of the [111In]L is also presented for
comparison purposes.

hepatobiliary tract as the major excretory pathway, which
is in agreement with the usual excretion pattern of estra-
diol derivatives in rodents [21, 57]. Indeed, hepatobiliary
excretion of radioligands towards ER in rats was described
in early studies from Katzenellenbogen group. In these
studies they observed that the largest amounts of the la-
belled estrogen were found in the liver and intestines, or-
gans involved in steroids metabolism and clearance [58].
Nevertheless, there wasa small contribution of the urinary
excretion route (1.3±0.3% IA/g kidney and 10.6±1.1% IA
excreted in urine at 1 h post injection (p.i.)). In fact, after
1 h there was no remarkable radioactivity accumulation
in any organ except those related with excretory routes
(liver, kidney and mainly intestines). The rapid clearance
fromblood and highly irrigated organs like liver, heart and
lungs reflects the expected biological behaviour from the
low protein binding and kinetic inertness towards tran-
schelation with transferrin found by in vitro studies. Ad-
ditionally, the low uptake in liver (0.8 ± 0.5% IA/g) and
lungs (0.10 ± 0.07% IA/g at 2 h p.i.) indicated that no free
111

In was released from the complex, since the ion 111In3+

would localize in these organs due to the strong binding
ability to transferrin [46]. Otherwise the low spleen uptake
(0.12±0.03% IA/g and 0.03±0.01% IA/g at 1 and 2 h p.i.,
respectively) confirmed the absence of in vivo hydrolysis of
111

In, as the hydrolysed radiochemical species of colloidal
nature would tend to accumulate in the reticulo endotelial
cells. The uptake in the ER expressing tissues, such as
uterus and ovaries, was very low (0.09 ± 0.01% IA/g and
0.5 ± 0.3% IA/g at 1 h p.i. in uterus and ovaries, respec-
tively) which is in agreement with the low RBA found by in
vitro assay.
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The whole animal body radioactivity excretion was
relatively slow (10.6 ± 1.1% IA and 11.5 ± 0.8% IA at 1
and 2 h p.i., respectively) as expected from the predomi-
nant hepatobiliar excretory route.

The high in vivo stability of the compound was further
demonstrated by HPLC analysis of urine and blood serum
samples collected at sacrifice time (Figure 4). Blood serum
chromatogram indicated that most of the radiochemical
species circulating in blood stream presented the same re-
tention time of the injected [111In]L complex. Moreover,
analysis of the activity excreted in urine at 1 h and 2 h after
injection revealed that [111In]L remained stable and was
excreted as intact radiochemical species.

3 Conclusions
A new DTTA-estradiol bifunctional chelator containing
a four-carbon spacer (H

4
L) was successfully synthesized

through conjugation of DTTA to a 16𝛼-halo-17-keto steroid
and fully characterized by common analytical techniques.
Using this estradiol derivative, InL/[111In]L complexes
were synthesized. The radioactive complex was prepared
in high radiochemical yield and high radiochemical pu-
rity and its characterization performed by HPLC compari-
sonwith the inactive InL complex. [111In]L is hydrophilic,
presents low serum protein binding, high in vitro stabil-
ity in physiological media and kinetic inertness to tran-
schelation in the presence of an excess of apo-transferrin.
In twobreast cancer cell lines, a low cellular uptake,which
decreases when MCF-7 cells were treated with estradiol,
was obtained suggesting an ER-mediated process. How-
ever, the low values of RBA found for the ligand do not cor-
roborate these findings. In vivo, [111In]L is highly stable
with no release of In3+ from the complex or formation of
other radiochemical species, as confirmed by the biodis-
tribution profile and HPLC analysis of blood serum and
urine samples collected over p.i. time. Preliminary animal
studies indicated rapid clearance frommain organs, a long
residence time into intestines and a slow total radioactiv-
ity excretion that occurs predominantly via hepatobiliar
tract. In spite of its favourable radiochemical and stabil-
ity behaviour, the high hydrophilicity and the low binding
affinity toERhampered further biological evaluationof the
[
111
In]L in adequate animal models. Therefore, work will

proceed in order to introduce structural modifications in
both the bifunctional chelator and in the spacer attempt-
ing to improve the cell membrane penetration and the re-
ceptor binding affinity to get in vivo ER targeting.

4 Experimental

4.1 General procedures

All chemicals were reagent grade purchased from Sigma-
Aldrich Co. andwere used without further purification un-
less otherwise stated. 1H NMR and 13C NMR spectra were
recorded at room temperature on a Varian Unity 300MHz
spectrometer. 1H NMR and 13C NMR chemical shifts are
reported relatively to residual solvent signals or tetram-
ethylsilane (TMS) as reference. IR spectrawere recorded as
KBr pellets using a Jasco FT/IR 4100 spectrometer. C, H, N
analyses were performed using a CE Instruments EA 110
automatic analyzer. Electrospray ionization/quadropole
ion trap mass spectrometry (ESI/QITMS) was acquired us-
ing a Bruker HCT Mass Spectrometer. Chemical reactions
were monitored by thin-layer chromatography (TLC) on
Merck plates pre-coated with silica gel 60F254. Column
chromatography was performed on silica gel 60 (Merck).
Sep-Pak purification was performed with a Waters (USA)
Sep-Pak C18 6cc Vac Cartridge, 500mg (particle size:
37–55 μm). 111InCl

3

(370MBq/mL inHCl) was obtained
from Mallinckrodt Medical B.V., Netherlands.

4-[3-(tert-butyldimethylsilyloxy)-17 -oxoestra-1,3,
5(10)-trien-16𝛼-yl]bromobut-2-ene (compound 4) was
synthetized according to a published procedure [51].

High-performance liquid chromatography (HPLC)
analysis was performed on a Perkin Elmer system,
equipped with a biocompatible quaternary pump (LC
200), an UV/Vis detector (LC 290, Perkin Elmer) and
a radioactivity detector (LB 509, Berthold).

The ligand and the inactive Indium complex were de-
tected by UV (𝜆 = 220 nm) and the 111In containing com-
pound was identified by gamma detection. HPLC analysis
of the inactive and radioactive compounds was achieved
on a reverse phase (RP) Nucleosil Column (C18, 100-
5, 250 × 4mm) eluted with a binary gradient system
with a flow rate of 1mL/min – eluents: A – aqueous
0.1% CF

3

COOH; B – CH
3

CN with 0.1% CF
3

COOH; method:
0–1min 15% B, 1–16min 15%–100% B, 16–28min
100% B, 28–30min 100%–15% B.

Labelling efficiency and radiochemical purity was as-
sessed by ascending instant thin layer chromatography on
silica gel (ITLC-SG, Varian, Agilent Technologies) and pa-
per strips (Whatman no. 1). Radioactivedistribution on the
ITLC-SG and paper strips was detected using a Berthold
LB 505 (Germany) detector coupled to a radioactive scan-
ner. Radioactivity measurements were done using a dose
calibrator (Aloka Curiemeter, IGC-3, Japan) or a gamma-
counter (Berthold, LB 2111, Germany).
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4.2 Synthesis of tert-butyl-N-benzyl-
diethylenetriamine-N,N,N,N-
tetraacetate (2)

To a solution of 1 (384mg, 1.1mmol) in dry CH
3

CN
(10mL), benzylamine (56.5 μL, 0.52 mmol) and N,N-
diisoproylethylamine (225 μL, 1.29 mmol) were added.
The reaction mixture was heated at 50 ∘C for 12 h, and
then concentrated in vacuo. The crude product was
purified by column chromatography on silica gel (𝑛-
hexane/EtOAc 3 : 2–0 : 1) yielding compound 2 as a yel-
low oil. Yield 323mg, 59%. 1H NMR (CDCl

3

, 300MHz)
𝛿 (ppm) 7.19–7.27 (m, 5H, Ar), 3.57 (s, 2H, C𝐻

2

Ar), 3.36
(s, 8H, C𝐻

2

COOtBu), 2.79 (t, 4H, C𝐻
2

N,𝐽 = 7.1 Hz), 2.57
(t, 4H, C𝐻

2

N, 𝐽 = 7.1 Hz), 1.38 (s, 36H, t-Bu). 13C NMR
(CDCl

3

, 300MHz) 𝛿 (ppm) 170.7 (C,𝐶O), 139.5 (C, Ar),
128.8, 128.1, 126.8 (CH

2

, Ar), 80.74 (C, 𝑡-Bu), 59.0 (CH
2

,
𝐶H
2

Ar), 56.1 (CH
2

, 𝐶H
2

COOtBu), 52.7 (CH
2

, 𝐶H
2

N), 51.9
(CH
2

, 𝐶H
2

N), 28.1 (CH
3

, 𝑡-Bu). ESI-MS m/z calcd for
C
35

H
60

N
3

O
8

([M+H]+): 650.4, found 650.4

4.3 Synthesis of tert-butyl-diethyl-
enetriamine-N,N,N,N-tetraacetate (3)

Amixture of 2 (225mg,0.35mmol) inCH
3

OH(10mL) and
Pd/C (20 wt%, 45mg) was stirred at room temperature
for 24 h under hydrogen atmosphere. The reaction mix-
ture was filtered through Celite and the filtrate was con-
centrated using a rotary evaporator providing 3 as a yel-
low oil. Yield 178mg, 91%. 1H NMR (CDCl

3

, 300MHz) 𝛿
(ppm) 3.44 (s, 8H, C𝐻

2

COOtBu), 2.96–2.80 (m, 8H, C𝐻
2

N),
1.44 (s, 36H, t-Bu). 13C NMR (CDCl

3

, 67.8MHz) 𝛿 (ppm)
170.8 (C,𝐶O), 80.9 (C, 𝑡-Bu), 56.3 (CH

2

, N𝐶H
2

COOtBu), 52.9
(CH
2

,𝐶H
2

N), 46.8 (CH
2

,𝐶H
2

N), 27.9 (CH
3

, 𝑡-Bu).

4.4 Synthesis of tert-butyl-N-{4-[3-(tert-
butyldimethylsilyloxy)-17-oxoestra-
1,3,5(10)-trien-16𝛼-yl]bromobut-2-
enyl}-diethylenetriamine-N,N,N,N-
tetraacetate (5)

Compound 3 (120mg, 0.21 mmol) was dissolved in
dry CH

3

CN (5mL) and N,N-diisoproylethylamine (58 μL,
0.44 mmol) was added. To this solution, 4 in dry CH

3

CN
(57mg, 0.11 mmol) was added drop-wise at 0 ∘C and the
reaction mixture was stirred for 6 h at room temperature.
After concentration in vacuo, the crude product was puri-
fied by column chromatography on silica gel with EtOAc

providing 5, as a yellow oil. Yield 186mg, 89%. 1H NMR
(CDCl

3

, 300MHz) 𝛿 (ppm) 7.07 (d, 1H, 1-C𝐻, 𝐽 = 7.1 Hz),
6.59 (dd, 1H, 2-C𝐻, 𝐽

1

= 2.4 Hz, 𝐽
2

= 10.8 Hz), 6.54 (d, 1H,
4-C𝐻, 𝐽 = 2.1 Hz), 6.23–6.18, 5.78–5.73 (m, 2H, C𝐻 =C𝐻
side chain), 3.42 (s, 8H, C𝐻

2

COOtBu), 3.21 (t, 4H, C𝐻
2

N,
𝐽 = 10.2 Hz), 3.03 (t, 4H, C𝐻

2

N, 𝐽 = 10.8 Hz) 2.82–2.80 (m,
2𝐻, 6-CH

2

), 1.49–2.56 (m, unassigned CH and CH
2

), 1.42
(s, 36H, COOtBu), 0.95 (s, 9H, Si-tBu), 0.92 (s, 3H, 18-C𝐻

3

),
0.16 (s, 6H, Si-C𝐻

3

). 13C NMR (CDCl
3

, 67.8MHz) 𝛿 (ppm)
220.7 (CO,𝐶17), 170.4 (CO,𝐶OO𝑡Bu), 153.5 (COH,𝐶3), 143.4
(CH, 𝐶H=CH), 137.6 (CH, 𝐶5), 132.4 (CH, 𝐶10), 126.1 (CH,
𝐶1), 120.0 (CH,𝐶4), 118.4 (CH, CH=𝐶H), 117.3 (CH,𝐶2), 81.7
(C, 𝑡-Bu), 77.2, 61.8, 56.3, 55.9 (CH

2

, N𝐶H
2

COOtBu), 51.4,
48.8, 48.7, 48.0, 44.0, 43.6, 38.2, 29.4, 28.1 (CH

3

, 𝑡-Bu), 27.6,
27.1, 26.5, 25.7 (CH

3

, SiC(𝐶H
3

)
3

), 18.1 (C, Si𝐶(CH
3

)
3

), 14.5
(CH
3

, 𝐶18), – 4.41 (CH
3

, Si(𝐶H
3

)
2

). ESI-MS m/z calcd for
C
56

H
94

N
3

O
10

Si ([M+H]+): 996.7, found 996.8.

4.5 Synthesis of N-{4-[3,17𝛽-dihydroxy-
estra-1,3,5(10)-trien-16𝛼-yl]bromo-
but-2-enyl}-diethylenetriamine-
N,N,N,N-tetraacetic acid (H4L)

CF
3

COOH (300 μL) and 𝑖-Pr
3

SiH (4 μL) were added to
a solution of 5 (74mg, 0.074mmol) in CHCl

3

(0.2 mL)
at 0 ∘C. The reaction mixture was stirred at room tem-
perature for 12 h and then concentrated in vacuo. The
solid obtained was then redissolved in EtOH (2mL) and
solid NaBH

4

(22mg, 0.59 mmol) added. The suspension
was stirred at 0 ∘C for 48 h and after this time the re-
action was quenched by the addition of acetone. After
concentration under reduced pressure, the crude prod-
uct was redissolved in water/methanol (1:3) and eluted
through a Sep-Pak C18 cartridge with water and increas-
ing concentration of methanol (30%–100%). The purity
of the aliquots was analyzed by HPLC and the fractions
containing the product (eluted with 30% methanol) were
combined and evaporated under N

2

to remove the or-
ganic solvent. After lyophilization, H

4
L was obtained as

a white powder. Yield 22mg, 44%. IR 𝜈
max

(KBr)/cm−1

3405, 2925, 2863, 1591 (C=O), 1409 1H NMR (CD
3

OD,
300MHz) 𝛿 (ppm) 7.06 (d, 1H, 1-C𝐻, 𝐽 = 8.4 Hz), 6.52
(dd, 1H, 2-C𝐻, 𝐽

1

= 2.4 Hz, 𝐽
2

= 10.8 Hz), 6.46 (d, 1H, 4-
C𝐻, 𝐽 = 2.1 Hz), 5.51-5.82 (m, 2H, C𝐻 =CH side chain),
3.25 (d, 1 H, 17-C𝐻𝛼, 𝐽 = 6.0 Hz), 3.19 (s, 8H, C𝐻

2

COOH),
2.76 (m, 8H, C𝐻

2

N), 2.13 – 1.26 (m, unassigned CH and
CH
2

), 0.80 (s, 3H, 18-C𝐻
3

). 13C NMR (CD
3

OD, 67.8MHz)
𝛿 (ppm) 179.6 (CO, 𝐶OOH), 155.9 (COH, 𝐶3), 138.8 (CH,
𝐶5), 136.0 (CH, 𝐶H=CH side chain), 132.6 (CH, 𝐶10), 127.2
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(CH, 𝐶1), 125.6 (CH, CH= 𝐶H), 116.1 (CH, 𝐶4), 113.7 (CH,
𝐶2), 87.6 (CHOH, 𝐶17), 61.3 (CH

2

, N𝐶H
2

COOH), 53.8, 52.4,
44.3, 44.0, 42.7, 39.2, 37.4, 37.0, 29.5, 29.0, 27.4, 26.3, 11.4
(CH
3

, 𝐶18). ESI-MS m/z calcd for C
34

H
50

N
3

O
10

([M+H]+):
660.3, found 660.5. Elemental Analysis (%): calculated for
C
34

H
49

N
3

O.
10

(CF
3

COOH).
4

(H
2

O)
2

; C 43.8, H 5.0, N 3.7. Found
C 43.7, H 5.0, N 3.8.

4.6 Synthesis of InL

CompoundH
4
L (0.02 mmol, 15mg) was dissolved in wa-

ter (3mL) and the pH of the solution was adjusted to 5 by
the addition of HCl 0.1 N. An equimolar amount of InCl

3

(anhydrous, 99.9%, Alfa Aesar, Germany) was added and
the mixture was stirred for 30min. After centrifugation,
the precipitate was washed with water and lyophilized to
give the desired complex InL. Yield 11mg, 71%. IR 𝜈

max

(KBr)/cm−1 3418, 2925, 1627 (C=O), 1383 1H NMR (DMSO-
d6, 300MHz) 𝛿 (ppm) 7.02 (d, 1H, 𝐽 = 8.4 Hz, 1-CH), 6.48
(m, 1H, 2-CH), 6.41 (m, 1H, 4-CH), 5.77-5.52 (m, 2H, CH=CH
side chain), 3.41–1.12 (m, unassigned CH and CH

2

), 0.68 (s,
3H, 18-CH

3

). 13CNMR(DMSO-d6,67.8 MHz)𝛿 (ppm) 172.7,
171.9, 171.5 (CO, 𝐶OOH), 155.0 (COH, 𝐶3), 138.3 (CH, 𝐶5),
137.3 (CH, 𝐶H=CH side chain), 130.6 (CH, 𝐶10), 126.1 (CH,
𝐶1), 120.4 (CH,𝐶H=CH), 114.9 (CH,𝐶4), 112.8 (CH,𝐶2), 85.5
(CHOH, 𝐶17), 63.5, 62.9, 61.1 (CH

2

, N𝐶H
2

COOH), 55.0, 52.1,
49.8, 47.9, 43.7, 42.3, 37.8, 36.2, 29.5, 28.8, 27.1, 26.1, 12.1 (CH

3

,
𝐶18). ESI-MS m/z calcd for C

34

H
45

InN
3

O
10

([M]−): 770.2,
found 770.4

4.7 Synthesis of [111In]L

RadiolabellingofH
4
Lwith 111Inwasachieved throughad-

dition of 5–30 μL (2.4–5.0MBq/64–136 μCi) of 111InCl
3

to 170–195 μL of an 0.4M ammonium acetate buffer
(pH = 5) solution of H

4
L (1.0 × 10−4M) in a plastic

vial. The reaction mixture was incubated for 10min, at
room temperature, for complete radiolabelling. Radio-
chemical purity was determined by HPLC (𝛾 detection,
rt=9.66 min) and by planar chromatography. Paper chro-
matography was performed in Whatmann no. 1 cellulose
strips with 55% methanol as mobile phase (free 111InCl

3

Rf = 1, colloids Rf = 0, 111InL Rf = 1) and instant thin layer
chromatography was performed on silica gel strips with
amixture of NaCl 0.9%: HCl 0.1M (50 : 1) asmobile phase
(free 111InCl

3

Rf = 0, colloids Rf = 0, 111InL Rf = 1).

4.8 In vitro stability studies and protein
binding estimation

The in vitro stability of [111In]L was assessed in PBS
pH 7.4 and human serum by HPLC analysis at several time
points. PBS: the radioactive complex (50 μL) was incu-
bated in PBS at 37 ∘C. Aliquots were taken before incu-
bation started (for zero time point analysis) as well as at
various time intervals during incubation (1 h, 3 h, 24 h
and 48 h). Human serum: [111In]L (50 μL) was incubated
with human serum (0.5 mL) for 48 h at 37 ∘C. Aliquots
were taken (200 μL) and treated with absolute ethanol
(500 μL) at 4 ∘C to precipitate the proteins. Samples were
centrifuged at 3,000 rpm for 10min at 4 ∘C. The super-
natants were separated from the pellets and analysed by
HPLC at 1 h, 3 h, 24 h and 48 h.

The pellets were washed twice with ethanol followed
by centrifugation and measurement of the remaining ra-
dioactivity in the sediment to estimate the percentage of
human serum protein binding.

4.9 Transchelation with apo-transferrin

The stability of [111In]Lwas assessed in the presence of an
excess of apo-transferrin. Aliquots of [111In]L (50 μL)were
added to an apo-transferrin solution (3mg/mL, 10mM
sodium bicarbonate buffer, pH 7.4), incubated at 37 ∘C,
and analyzed by HPLC at different time points (1 h, 3 h,
24 h and 48 h).

4.10 Lipophilicity

The octanol-water partition coefficient (𝑃o/w) of the ra-
dioactive complex was determined by the “shakeflask”
method using the multiple back extraction technique.
The radioactive complex (100 μL) was added to a mixture
of 1-octanol (1mL) and phosphate-buffered saline, PBS,
pH 7.4 (1mL) previously saturated in each other by vig-
orous stirring. The mixture was vortexed and centrifuged
(3000 rpm, 10min, r.t.) to allow phase separation. Af-
ter phase separation an aliquot of the aqueous layer was
transferred to another tube and further extracted with 1-
octanol. Aliquots of both octanol and PBS aqueous phases
were counted in a gamma counter and the concentration
ratio of the complex between the phases (𝑃o/w) was then
calculated and results expressed as log 𝑃o/w.
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4.11 In vitro cellular uptake studies

Two human breast cancer cell lines from American Type
Culture Collection (ATCC, Spain) were used in these stud-
ies, namelyMCF-7 cell line that expresses the ER (ER+) and
MDA-MB-231 cell line without ER expression (ER-). Cells
were grown inDMEMmedium (Gibco), supplementedwith
10% fetal bovine serum and 1% penicillin/streptomycin
under a humidified 5% CO

2

atmosphere. For the stud-
ies, cells were plated at a density of approximately
2 × 10

5

cells per well in 24-well tissue culture plates in
DMEM medium without phenol red and supplemented
with 10% charcoal-stripped fetal bovine serum and 1%
penicillin/streptomycin. After 48 h, the medium was re-
moved and replaced by fresh medium containing approxi-
mately 5 × 105 cpm/0.5 mL of the [111In]L. After 15min
to 4 h incubation in humidified 5% CO

2

atmosphere at
37
∘

C, the cells were washed twice with cold PBS, lysed
with 0.1M NaOH and the cellular extracts were counted
for radioactivity in a gamma-counter. Each experiment
was performed in quadruplicate. Radioactivity associated
to the cell extracts at each time point was expressed as the
percentage of the total activity added to the cells, normal-
ized per million of cells and reported as an average plus
the standard deviation.

To investigate whether the cellular uptake of the
[
111
In]Loccurs via anER-mediatedprocess similar experi-

mentswere carriedout in parallel by the previous addition
of 100mL of estradiol (10mM) to the MCF-7 cells.

4.12 Receptor-binding affinity

The ER𝛼 competitive binding assaywas performed accord-
ing to a described method by us [22]. The ER𝛼 binding
buffer used for dilution of the receptor preparations con-
sisted of 10% glycerol, 2mM dithiothreitol, 1mg/mL BSA
and 10mM Tris-HCl (pH 7.5). The ER𝛼washing buffer con-
tained 40mM Tris-HCl and 100mM KCl (pH 7.4). The hy-
doxyapatite (HAP) slurry was adjusted to a final concen-
tration of 50% (𝑣/𝑣) by using a 50mM Tris-HCl solution
(pH 7.4). The reaction mixture contained 50 μL of varying
concentrations of the test compound in the ER𝛼 binding
buffer, 45 μL of a solution of tritiated estradiol (23.8 nM)
and 5 μL (0.25 pmol) of ER𝛼 proteins solution. Non spe-
cific binding by the tritiated estradiol was determined by
the addition of a 50 μM concentration of the nonradioac-
tive E

2

. The binding mixture was incubated at 4 ∘C for
16–18 h. At the end of the incubation, 200 μL of the HAP
slurrywas added and tubes were incubated on ice and vor-
texed three times for 15min. An aliquot of 1mL of wash-

ing buffer was added,mixed and centrifuged at 10000×𝑔
for 10min, and the supernatants were discarded. This
wash step was repeated twice. The HAP pellets were then
resuspended in 750 μL cold ethanol, vortexed three times
in 20min, centrifuged and the supernatants were trans-
ferred to scintillation vials formeasurement of 3H radioac-
tivity in a liquid scintillation counter (Packard Tri-CARB
3170 TR/SL). The data obtained from triplicate measure-
ments were expressed as the percent specific binding of
[
3

H]E
2

vs. the log molar concentration of the competing
compound. The IC

50

values (calculated using GraphPad
Prism software) represent the concentration of the test
compound required to reduce the [3H]E

2

binding by 50%.

4.13 Biodistribution studies

The in vivo behavior of [111In]L complex was eval-
uated in groups of 3 female CD-1 mice (randomly
bred, Charles River) weighting approximately 25 g
each. Animals were injected intravenously with 100 μL
(0.74–1.59MBq/20–43 μCi) of each preparation via the
tail vein and were maintained on normal diet ad libitum.
All animal studies were conducted in accordance with the
highest standards of care, as outlined in the European
Law. Mice were sacrificed by cervical dislocation at 1 h
and 2 h post-injection. The injected radioactive dose and
the radioactivity remaining in the animal after sacri-
fice were measured in a dose calibrator. The difference
between the radioactivity in the injected and sacrificed
animal was assumed to be due to total excretion from
whole animal body. Blood samples were taken by car-
diac puncture at sacrifice. Tissue samples of the main
organs were then dissected, weighted and counted in
a gamma counter (Berthold). Biodistribution results were
expressed as percentage of the injected dose per gram
tissue (%ID/g). Blood samples, collected at sacrifice time,
were centrifuged, the serum separated and treated with
ethanol to precipitate the proteins and the supernatant
was analysed by HPLC for stability evaluation. The urine
samples were centrifuged at 3000 rpm for 10min. and
the supernatant was also analyzed by HPLC.

Acknowledgement: This work has been supported by
projects FCG no. 96476, PTDC/QUI-QUI/111891/2009 and
EXCL/QEQ-MED/0233-2012. S. Cunha and F. Vultos thank
Fundação para a Ciência e Tecnologia (FCT) for their
PhD grant (SFRH/BD/43432/2008; SFRH/BD/84509/2012).
We gratefully acknowledge Dr Joaquim Marçalo for per-
forming the ESI-MS analyses. The authors thank Dr. João
Abrantes for 𝛽 measurements in the RBA assays. The

Bereitgestellt von |     Helmholtz-Zentrum Dresden-Rossendorf
Angemeldet

Heruntergeladen am | 11.01.16 11:31



F. Vultos et al., New estradiol based 111In complex towards the estrogen receptor | 775

QITMS instrument was acquired with the support of the
ProgramaNacional deReequipamentoCientífico (Contract
REDE/1503/REM/2005-ITN) of FCT and is part of Rede Na-
cional de Espetrometria de Massa.

References
1. American Cancer Society, Cancer Facts & Figures (2014).
2. World Health Organization, Fact sheet no 297, Cancer, 2014.

http://www.who.int/mediacentre/factsheets/fs297/en/index.
html

3. Johnston, S. R.: Enhancing the efficacy of hormonal agents with
selected tageted agents. Clin Breast Cancer. Suppl1:S28–36
(2009).

4. Castoria, G., Migliaccio, A., Giovannelli, P., Auricchio, F.: Cell
proliferation regualted by estradiol receptor: Therapeutic impli-
cations. Steroids 75, 524–527 (2010).

5. Gottesman, M. M.: Mechanisms of cancer drug resistance.
Annu. Rev. Med. 53, 615–627 (2002).

6. Guruaj, A. E., Rayala, S. K., Vadlamudi, R. K., Kumar, R.: Novel
mechanisms of resistance to endocrine therapy: genomic and
nongenomic considerations. Clin. Cancer Res. 12, 1001s–1007s
(2006)

7. Wang, D., Hu, L., Zhang, G., Zhang, L., Chen, C.: G protein-coupl-
ed receptor 30 in tumor development. Endocr. 38, 29–37 (2010).

8. Kumar, R.: Targeted functional imaging in breast cancer. Eur. J.
Nucl. Med. Mol. Imaging. 34, 346–353 (2007).

9. Keely, N., Meegan, M.: Targeting tumors using estrogen recep-
tor ligands conjugates. 9, 370–380 (2009).

10. Hartman, J., Strom, A., Gustafsson, J. A.: Estrogen receptor beta
in breast cancer – diagnostic and therapeutic implications.
Steroids. 74, 635–641 (2009).

11. Lin, B. C., Suzawa, M., Blind, R. D., Tobias, S. C., Bulun, S. E.,
Scanlan, T. S., Ingraham, H. A.: Stimulating the GPR30 estro-
gen receptor with a novel tamoxifen analogue activates SF-1
and promotes endometrial cell proliferation. Cancer Res. 69,
5415–5424 (2009).

12. Latil, A., Biéche, I., Vidaud, D., Lidereau, R., Berthon, P.,
Cussenot, O., Vidaud, M.: Evaluation of androgen, estrogen
(Er𝛼 and ER𝛽) and progesterone receptor expression in human
prostate cancerby real-time quantitative reverse transcription-
polymerase chain reaction assays. Cancer Res. 61, 1919–1926
(2001).

13. Chan, K. K., Wei, N., Liu, S. S., Xiao-Yun, L., Cheung, A. N.,
Ngan, H. Y.: Estrogen receptor subtypes in ovarian cancer:
a clinical correlation. Obstet. Gynecol. 111, 144–151 (2008).

14. Nacusi, L. P., Debes, J. D.: Primers on molecular pathways:
nuclear receptors in pancreatic cancer. Pancreatology. 8, 422–
424 (2008).

15. Bai, Z., Ronald, G.: Breast cancer, estrogen receptor and lig-
ands. Arch. Pharm. Chem. Life. Sci. 342, 133–149 (2009).

16. Prossnitz, E. R., Arterburn, J. P., Smith, H. O., Oprea, T. I., Sklar,
L. A., Hathaway, H. J.: Estrogen signaling through the trans-
membrane G protein-coupled receptor GPR30. Ann. Rev. Phys-
iol. 70, 165–190 (2008).

17. Maggiolini, M., Picard, D.: The unfolding stories of GPR30,
a newmembrane-bound estrogen receptor. J. Endocrinol. 204,
105–114 (2010).

18. Notas, G., Kampa, M., Pelekanou, V., Castanas, E.: Interplay
of estrogen receptors and GPR30 for the regulation of early
membrane initiated transcriptional effects: a pharmacological
approach. Steroids. 77, 943–950 (2012).

19. Van de Wiele, C., De Vos, F., Sledgers, G, Van Belle, S., Dierckx,
R. A.: Radiolabeled estradiol derivatives to predict response to
hormonal treatmen in breast cancer: a review. Eur. J. Nucl. Med.
27, 1421–1433 (2000).

20. Neto, C., Oliveira, M. C., Gano, L., Marques, F., Santos, I.,
Morais, G., Yasuda, T., Thiemann, T., Botelho, F., Oliveira,
C.: Evaluation of novel radioiodinated C7-substituted 𝛥 6,7-
estradiol derivatives for molecular recognition of ER-positive
tumors. Appl. Radiat. Isotop. 67, 301–307 (2009).

21. Neto, C., Oliveira, M. C., Gano, L., Marques, F., Santos, I.,
Morais, G., Yasuda, T., Thiemann, T., Botelho, F., Oliveira, C.:
Evaluation of novel radioiodinated C7-substituted 𝛥 6,7- estra-
diol derivatives for molecular recognition of ER-positive breast
tumours. Curr. Radiopharm. 2, 83–91(2009).

22. Neto, C., Oliveira, M. C., Gano, L., Marques, F., Yasuda, T.,
Thiemann, T., Kniess, T., Santos, I.: Novel 7𝛼-alkoxy-17𝛼-(4-
halophenylethynyl)estradiols as potential SPECT/PET imaging
agents for estrogen receptor expressing tumours: synthesis
and binding affinity evaluation. Steroids. 77, 1123–1132 (2012).

23. Seimbille, Y., Rousseau, J., Bénard, F., Morin, C., Ali, H., Av-
vakumov, G., Hammond, G. L., van Lier, J. E.: 18F-labeled di-
fluoroestradiols: preparation and preclinical evaluation as
estrogen receptor-binding radiopharmaceuticals. Steroids. 67,
765–775 (2002).

24. Bénard, F., Turcotte, E.: Imaging in breast cancer: single-
photon computed tomography and positron-emission tomogra-
phy. Breast Cancer Res. 7, 153–162 (2005).

25. Oliveira, M. C., Neto, C., Gano, L., Marques, F., Santos, I., Thie-
mann, T., Santos, A. C., Botelho, F., Oliveira, C. F.: Estrogen
receptor ligands for targeting breast tumours: a brief outlook
on radioiodination strategies. Curr. Radiopharm. 5, 124–141
(2012).

26. Katzenellenbogen, J.: Handbook of radiopharmaceuticals. John
Wiley & Sons 25, 715–730 (2003).

27. Kenedy, D. E., Pavlik, E. J., Nelson, K., van Nagell, J. R., Gallion,
H., Priest, P. D., Ryo, U., Baranczuk, R. J.: Images of estrogen
receptor-positive breast tumors produced by estradiol labelled
with iodine I-123 at 16𝛼. Arch. Surg. 128, 1373–1381 (1993).

28. Rijks, L. J., Bakker, P. J., van Tienhoven, G., Noorduyn, L. A.,
Boer, G. J., Rietbroek, R. C., Taat, C. W., Janssen, A. G., Veen-
hof, C. H., van Royen, E. A.: Imaging of estrogen receptors in
primary and metastatic breast cancer patients with iodine-123-
labeled Z-MIVE. J. Clin. Oncol. 15, 2536–2545 (1997).

29. Linden, H. M., Stekhova, S. A., Link, J. M., Gralow, J. R., Liv-
ingston, R. B., Ellis, G. K., Petra, P., Peterson, L. M., Schubert,
E., Dunwald, L. K., Krohn, K. A., Mankoff, D. A.: Quantitative flu-
oroestradiol positron emission tomography imaging predicts
response to endocrine treatment. J. Clin. Oncol. 24, 2793–2799
(2006).

30. Skaddan, M. B., Wust, F. R., Jonson, S., Syhre, R., Welch, M. J.,
Spies, H., Katzenellenbogen, J. A.: Radiochemical synthesis
and tissue distribution of Tc-99m-labeled-7𝛼-substituted estra-
diol complexes. Nucl. Med. Biol. 27, 269–278 (2000).

31. Luyt, L. G., Bigott, H. M., Welch, M. J., Katzenellenbogen, J. A.:
7𝛼- and 17𝛼-substituted estrogens containing tridentate tricar-
bonyl rhenium/technetium complexes: synthesis of estrogen

Bereitgestellt von |     Helmholtz-Zentrum Dresden-Rossendorf
Angemeldet

Heruntergeladen am | 11.01.16 11:31

http://www.who.int/mediacentre/factsheets/fs297/en/index.html
http://www.who.int/mediacentre/factsheets/fs297/en/index.html


776 | F. Vultos et al., New estradiol based 111In complex towards the estrogen receptor

receptor imaging agents and evaluation using microPET with
technetium-94m. Bioorg. Med. Chem. 11, 4977–4989 (2003).

32. Ramesh, C., Bryant, B., Nayk, T., Revankar, C. M., Anderson, T.,
Carlson, K. E., Katzenellenbogen, J. A., Sklar, L. A., Norenberg,
J. P., Prossnitz, E. R., Arterburn, J. B.: Linkage effects on binding
affinity and activation of GPR30 and estrogen receptors ER𝛼/𝛽
with tridentate pyridine-2-yl hydrazine tricarbonyl-Re/99mTc(I)
chelates. J. Am. Chem. Soc. 128, 14476–14477 (2006).

33. Nayak, T. K., Hathaway, H. J., Ramesh, C., Arterburn, J. B., Dai,
D., Sklar, L. A., Norenberg, J. P., Prossnitz, E. R.: Preclinical
development of a neutral, estrogen receptor-targetd, tridentate
99m
Tc(I)- estradiol-pyridin-2-yl hydrazine derivative for imaging

of breast and endometrial cancers. J. Nucl. Med. 49, 978–986
(2008).

34. Huang, L., Zhu, H., Zhang, Y., Xu, X., Cui, W., Yang, G., Shen,
Y. M.: Synthesis and binding affinities of Re(I) and 99m

Tc(I)-
containing 16𝛼-substituted estradiol complexes: models for
potential breast cancer imaging agents. Steroids. 75, 905–911
(2010).

35. Neto, C., Oliveira, M. C., Gano, L., Marques, F., Thiemann, T.,
Santos, I.: Novel estradiol based complexes of Tc-99m. J. Inorg.
Biochem. 111, 1–9 (2012).

36. Reilly, R., Kassis, A.: Monoclonal Antibody and Peptide-
Targeted Radiotherapy of Cancer, Reilly, R., Eds. Publisher:
John Wiley & Sons, 289–321 (2010).

37. Agorastos, N., Borsig, L., Renard, A., Antoni, P., Viola, G., Spin-
gler, B., Kurz, P., Alberto, R.: Cell-specific and nuclear targeting
with [M(CO)

3
]+ (M=99𝑚Tc, Re)-based complexes conjugated to

acridine orange and bombesin. Chem. Eur. J. 13, 3842–3852
(2007).

38. Zelenka, K., Borsig, L., Alberto, R.: Trifunctional Tc-99m based
radiopharmaceuticals: metal-mediated conjugation of a pep-
tide with a nucleus targeting intercalator. Org. Biomol. Chem.
9, 1071–1078 (2011).

39. Esteves, T., Marques, F., Paulo, A., Rino, J., Nanda, P., Smith,
C. J., Santos, I.: T. Esteves, F. Marques, A. Paulo, J. Rino, P.
Nanda, C. J. Smith, I. Santos, Nuclear targeting with cell-
specific multifunctional tricarbonyl M(I) (M is Re, 99mTc) com-
plexes: synthesis, characterization, and cell studies. J. Biol.
Inorg. Chem. 16, 1141–1153 (2011).

40. Reilly, R. M., Kiarash, R., Cameron, R. G., Porlier, N., Sandhu,
N. J., Hill, R. P., Vallis, K., Hendler, A., Gariépy, J.: 111In-labeled
EGF is selectively radiotoxic to human breast cancer cells over-
expressing EGFR. J. Nucl. Med. 41, 429–438 (2000).

41. Chen, P., Cameron, R., Wang, J., Vallis, A., Reilly, R. M.: Anti-
tumor effects and normal tissue toxicity of 111In-labeled epi-
dermal growth factor administered to athymic mice bearing
epidermal growth factor receptor-positive human breast cancer
xenografts. J. Nucl. Med. 44, 1469–1478 (2003).

42. Jackson, A., Davies, D., Pither, R. J., Rodger, A., Hannon, M. J.:
Estrogen-derived steroidal metal complexes: agents for cellular
delivery of metal centers to estrogen receptor-positive cells.
Inorg. Chem. 40, 3964–3973 (2001).

43. Cunha, S., Fernandes, C., Oliveira, M. C., Gano, L., Santos, I.:
Synthesis and preclinical evaluation of 67Ga-/111In-Estradiol
Based complexes for tumour imaging. Q. J. Nucl. Med. Mol.
Imaging. 56 (Supp 1), 40 (2012).

44. Delpassand, E. S., Sims-Mourtada, J., Saso, H., Azhdarinia,
A., Ashoori, F., Torabi, F., Espenan, G., Moore, W. H., Eugene
Woltering, E., Anthony, L.: Safety and efficacy of radionuclide

therapy with high-activity In-111 pentetreotide in patients with
progressive neuroendocrine tumors. Cancer Biotherapy & Ra-
diopharmaceuticals. 23, 292–300 (2008).

45. Cutler, C. S., Hennkens, H. M., Sisay, N., Huclier-Markai, S.,
Jurisson, S. S.: Radiometals for combined imaging and therapy.
Chem. Rev. 113, 858–883 (2013).

46. Liu, S.: Bifunctional coupling agents for radiolabeling of
biomolecules and target-specific delivery of metallic radionu-
clides. Adv. Drug. Deliv. Rev. 60, 1347–1370 (2008).

47. Brechbiel, M. W.: Bifunctional chelates for metal nuclides. Q. J.
Nucl. Med. Mol. Imaging. 52, 166–173 (2008).

48. Lattuada, L., Barge, A., Cravotto, G, Giovenzana, G., Tei, L.:
The synthesis and application of polyamino polycarboxylic
bifunctional chelating agents. Chem. Soc. Rev. 40, 3019–3049
(2011).

49. Wadas, T., Wong, E., Weisman, G., Anderson, C.: Coordinating
radiometals of copper, gallium, indium, yttrium, and zirconium
for PET and SPECT imaging of diesease. Chem. Rev. 110, 2858–
2902 (2010).

50. Williams, M. A., Rapoport, H.: Synthesis of enantiomeri-
cally pure diethylenetriaminepentaacetic acid analogues. L-
phenylalanine as the educt for substitution at the central acetic
acid. J. Org. Chem. 58, 1151–1158 (1993).

51. Fevig, T. L., Katzenellenbogen, J. A.: A short stereoselective
route to 16𝛼-(substituted-alkyl)estradiol derivatives. J. Org.
Chem. 52, 247–251 (1987).

52. Gotto, G., Yoshioka, K., Higara, K., Miki, T.: A stereoselective
synthesis and nuclear magnetic resonance spectral study of
four epimeric 17-hydroxy-16-ethylestranes. Chem. Pharm. Bull.
25, 1295–1301 (1977).

53. Liu, S., Edwards, D. S.: Synthesis and characterization of two
In-111-labeledDTPA-peptide conjugates. Bioconjugate Chem.
12, 630–634 (2001).

54. Garcia, R., Kubicek, V., Drahos, B., Gano, L., Santos, I. C.,
Campello, P., Paulo, A., Toth, E., Santos, I.: Synthesis, char-
acterization and biological evaluation of In(III) complexes an-
chored by DOTA-like chelators bearing a quinazoline moiety.
Metallomics. 2, 571–580 (2010).

55. Sabbah, E. N., Kadouche, J., Ellison, D., Finucane, C., Decaudin,
D., Mather, S. J.: In vitro and in vivo comparison of DTPA- and
DOTA-conjugated antiferritin monoclonal antibody for imaging
and therapy of pancreatic cancer. Nucl. Med. Biol. 34, 292–304
(2007).

56. Pomper, M. G., VanBrocklin, H., Theme, A. M., Thomas, R. D.,
Kiesewetter, D. O., Carlson, K. E., Mathias, C. J., Welch, M. J.,
Katzenellenbogen, J. A.: 11 beta-methoxy-, 11 beta-ethyl- and 17
alpha-ethynyl-substituted 16 alpha-fluoroestradiols: receptor-
based imaging agents with enhanced uptake efficiency and
selectivity. J. Med. Chem. 33, 3143–3155 (1990).

57. Oliveira, M. C., Videira, M., Almeida, A., Gano, L., Watanabe,
M., Thiemann, T., Santos, A. C., Botelho, F., Oliveira, C.: Syn-
thesis and biodistribution studies of two novel radioiodinated
areno-annelated estra-1,3,5(10),6-tetraene-3-ols ans promising
estrogen receptor radioligands. J. Label. Compd. Radiopharm.
49, 559–569 (2006).

58. McElvany, K. D., Katzenellenbogen, J. A., Shafer, K. E., Siegel,
B. A., Senderoff, S. G., Welch, M. J.: 16𝛼-[77Br]Bromoestradiol:
Dosimetry and preliminary clinical studies. J. Nucl. Med. 23,
425–430 (1982).

Bereitgestellt von |     Helmholtz-Zentrum Dresden-Rossendorf
Angemeldet

Heruntergeladen am | 11.01.16 11:31


	New estradiol based 111In complex towards the estrogen receptor
	1 Introduction
	2 Results and discussion
	2.1 Synthesis and characterization of H4L
	2.2 Synthesis and characterization of InL
	2.3 Radiosynthesis and characterization of [111In]L
	2.4 In vitro stability, transferrin exchange and protein binding studies
	2.5 Cellular uptake studies
	2.6 Receptor binding affinity
	2.7 Biodistribution

	3 Conclusions
	4 Experimental
	4.1 General procedures
	4.2 Synthesis of tert-butyl-N-benzyl-diethylenetriamine-N,N,N,N-tetraacetate (2)
	4.3 Synthesis of tert-butyl-diethyl-enetriamine-N,N,N,N-tetraacetate (3)
	4.4 Synthesis of tert-butyl-N-{4-[3-(tert-butyldimethylsilyloxy)-17-oxoestra-1,3,5(10)-trien-16-yl]bromobut-2-enyl}-diethylenetriamine-N,N,N,N-tetraacetate (5)
	4.5 Synthesis of N-{4-[3,17-dihydroxy-estra-1,3,5(10)-trien-16-yl]bromo-but-2-enyl}-diethylenetriamine-N,N,N,N-tetraacetic acid (H4L)
	4.6 Synthesis of InL
	4.7 Synthesis of [111In]L
	4.8 In vitro stability studies and protein binding estimation
	4.9 Transchelation with apo-transferrin
	4.10 Lipophilicity
	4.11 In vitro cellular uptake studies
	4.12 Receptor-binding affinity
	4.13 Biodistribution studies




<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Warning
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /CMYK
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 1
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness false
  /PreserveHalftoneInfo false
  /PreserveOPIComments true
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages false
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 150
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages false
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 150
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages false
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 800
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile (U.S. Web Coated \050SWOP\051 v2)
  /PDFXOutputConditionIdentifier (CGATS TR 001)
  /PDFXOutputCondition ()
  /PDFXRegistryName (http://www.color.org)
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<

    /BGR <>
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000410064006f006200650020005000440046002065876863900275284e8e9ad88d2891cf76845370524d53705237300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef69069752865bc9ad854c18cea76845370524d5370523786557406300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /CZE <>
    /DAN <>
    /DEU <>
    /ENU (Use these settings to create Adobe PDF documents best suited for high-quality prepress printing.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
    /ESP <>
    /ETI <>
    /FRA <>
    /GRE <>

    /HRV (Za stvaranje Adobe PDF dokumenata najpogodnijih za visokokvalitetni ispis prije tiskanja koristite ove postavke.  Stvoreni PDF dokumenti mogu se otvoriti Acrobat i Adobe Reader 5.0 i kasnijim verzijama.)
    /HUN <>
    /ITA <>
    /JPN <FEFF9ad854c18cea306a30d730ea30d730ec30b951fa529b7528002000410064006f0062006500200050004400460020658766f8306e4f5c6210306b4f7f75283057307e305930023053306e8a2d5b9a30674f5c62103055308c305f0020005000440046002030d530a130a430eb306f3001004100630072006f0062006100740020304a30883073002000410064006f00620065002000520065006100640065007200200035002e003000204ee5964d3067958b304f30533068304c3067304d307e305930023053306e8a2d5b9a306b306f30d530a930f330c8306e57cb30818fbc307f304c5fc59808306730593002>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020ace0d488c9c80020c2dcd5d80020c778c1c4c5d00020ac00c7a50020c801d569d55c002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /LTH <>
    /LVI <>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken die zijn geoptimaliseerd voor prepress-afdrukken van hoge kwaliteit. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /POL <>
    /PTB <>
    /RUM <>
    /RUS <>
    /SKY <>
    /SLV <>
    /SUO <>
    /SVE <>
    /TUR <>
    /UKR <>
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /BleedOffset [
        0
        0
        0
        0
      ]
      /ConvertColors /ConvertToCMYK
      /DestinationProfileName (U.S. Web Coated \(SWOP\) v2)
      /DestinationProfileSelector /UseName
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure false
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles false
      /MarksOffset 6
      /MarksWeight 0.250000
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /UseName
      /PageMarksFile /RomanDefault
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /UseDocumentProfile
      /UseDocumentBleed false
    >>
    <<
      /AllowImageBreaks true
      /AllowTableBreaks true
      /ExpandPage false
      /HonorBaseURL true
      /HonorRolloverEffect false
      /IgnoreHTMLPageBreaks false
      /IncludeHeaderFooter false
      /MarginOffset [
        0
        0
        0
        0
      ]
      /MetadataAuthor ()
      /MetadataKeywords ()
      /MetadataSubject ()
      /MetadataTitle ()
      /MetricPageSize [
        0
        0
      ]
      /MetricUnit /inch
      /MobileCompatible 0
      /Namespace [
        (Adobe)
        (GoLive)
        (8.0)
      ]
      /OpenZoomToHTMLFontSize false
      /PageOrientation /Portrait
      /RemoveBackground false
      /ShrinkContent true
      /TreatColorsAs /MainMonitorColors
      /UseEmbeddedProfiles false
      /UseHTMLTitleAsMetadata true
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [600 600]
  /PageSize [612.000 792.000]
>> setpagedevice


