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Abstract

Background: The aim of the present study was to explore the biodistribution, normal tissue toxicity, and
therapeutic efficacy of the internalizing low-dose rate alpha-particle-emitting radioimmunoconjugate
227Th-trastuzumab in mice with HER2-expressing breast cancer xenografts.

Methods: Biodistribution of 227Th-trastuzumab and 227Th-rituximab in nude mice bearing SKBR-3 xenografts were
determined at different time points after injection. Tumor growth was measured after administration of 227Th-
trastuzumab, 227Th-rituximab, cold trastuzumab, and saline. The toxicity of 227Th-trastuzumab was evaluated by
measurements of body weight, blood cell, and clinical chemistry parameters, as well as histological examination of
tissue specimens.

Results: The tumor uptake reached peak levels of 34% ID/g (4.6 kBq/g) 3 days after injection of 400 kBq/kg of
227Th-trastuzumab. The absorbed radiation dose to tumor was 2.9 Gy, while it was 2.4 Gy to femur due to uptake
of the daughter nuclide 223Ra in bone; the latter already explored in clinical phases I and II trials without serious
toxicity. A significant dose-dependent antitumor effect was observed for dosages of 200, 400, and 600 kBq/kg of
227Th-trastuzumab but no effect of 400 and 600 kBq/kg 227Th-rituximab (non-tumor binding). No serious delayed
bone marrow or normal organ toxicity was observed, but there was a statistical significant reduction in blood cell
parameters for the highest-dose group of 227Th-trastuzumab treatment.

Conclusion: Internalizing 227Th-trastuzumab therapy was well tolerated and resulted in a dose-dependent
inhibition of breast cancer xenograft growth. These results warrant further preclinical studies aiming at a clinical
trial in breast cancer patients with metastases to bone.
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Background
Metastatic breast cancer patients have poor prognosis
despite recent therapeutic advances [1]. The human epi-
dermal growth factor receptor-2 (HER-2/neu) is a trans-
membrane receptor tyrosine kinase that is over-expressed
in 25% to 30% of metastatic breast cancers and associated
with more aggressive disease [2]. Trastuzumab (Hercep-
tin®) is a humanized monoclonal antibody (mAb) directed
against this antigen and shows clinical activity in women

both with HER2/neu-overexpressing primary and meta-
static breast cancer [3].
Tumor cell-targeted alpha emitters have the potential

to improve therapy of hematological malignancies and
micrometastatic disease. Alpha particles have a short
path length (50 to 80 μm) and high linear energy transfer
(LET approximately 100 keV/μm) and, thus, deliver a
high amount of DNA-damaging energy to cells in close
vicinity of their decay. However, no alpha-emitting radio-
immunoconjugate (RIC) has reached phase III clinical
trial yet due to poor physical or chemical characteristics,
supply limitations, and high production costs for the
most promising alpha emitters [4]. Recently, we have
suggested 227Th as a novel radionuclide for alpha-particle
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radioimmunotherapy (RIT), as this radionuclide can be
produced in clinically relevant amounts from b-decay of
the long-term generator 227Ac [5,6]. 227Ac can be pro-
duced by thermal neutron irradiation of 226Ra in a
nuclear reactor. The yield of 227Ac after purification is
relatively high and 226Ra is highly available, making the
process cost efficient. 227Ac has a half-life of 21.8 years
and thus, would serve as a generator nuclide for 227Th
production for decades [7].
Thorium-227 decays via its alpha- and beta-emitting

daughters 223Ra, 219Rn, 215Po, 211Pb, 211Bi, and 207Tl to
stable 207 Pb. The long half-life of 227Th (T1/2 = 18.7
days) permits the tumor targeting and normal tissue
clearance of a 227Th-labeled RIC to occur before larger
amounts of the daughter nuclide 223Ra is generated.
Upon decay, 223Ra will detach from the antibody. Impor-
tantly, clinical trials have not shown worrisome toxicity
of 223Ra injected as a therapy for prostate cancer bone
metastases [8,9]. Previously, we have shown that 227Th
conjugated to the monoclonal antibody rituximab was
effective in treatment of mice with lymphoma xenografts
and had a relatively low normal tissue toxicity [7,10,11].
The conjugation of trastuzumab with different alpha-

particle-emitting radionuclides, i.e., 211At, 225Ac, and
213Bi, has already been investigated by other groups
[12-16]. The purpose of the present study was to deter-
mine the biodistribution, therapeutic effect, and toxicity
of the low-dose rate alpha-particle-emitting RIC 227Th-
trastuzumab on HER2-expressing SKBR-3 xenografts. In
vitro experiments have shown internalization of the
227Th-trastuzumab/HER2 complex, retention of 227Th,
and a high toxic effect against single tumor cells [17].
The increased cytotoxic effect created by alpha particles
may offer the opportunity to both improve the overall
response rate of the trastuzumab treatment and also to
treat patients with a lower HER2 expression.

Material and methods
Production of 227Th and radiolabeling of monoclonal
antibodies
227Ac was produced through thermal neutron irradiation
of 226Ra followed by b- decay of 227Ra (T1/2 = 42.2 min)
to 227Ac [18]. 227Th was selectively retained from a
227Ac decay mixture in 7 M HNO3 by anion exchange
chromatography [19].
Radiolabeling of trastuzumab (Herceptin®, Hoffmann-

La Roche, Basel, Switzerland) and rituximab (MabThera,
Hoffmann-La Roche) with 227Th was performed at Algeta
ASA, Oslo, Norway. The antibodies were conjugated with
p-SCN-Bn-DOTA at pH 9 (sodium borate buffer) at 37°C
over night. The number of DOTA molecules per anti-
body was approximately four as determined by LC/MS
analysis. The conjugate was purified with a spin filter
(Amicon, Millipore, USA) using 0.9% NaCl as running

buffer removing daughter nuclides and non-chelated
227Th. The purified antibody was distributed to micro-
centrifuge tubes (1 mg/tube) and freeze dried to keep a
larger batch under stable conditions over a long period of
time. The freeze-dried conjugate was dissolved in sodium
acetate buffer pH 5.5 and added about 4 MBq of newly
purified 227Th in 0.01 M HCl. The reaction was done
over night at 42°C in a thermomixer (Eppendorf, Ham-
burg, Germany). The chelate was purified on a NAP5 col-
umn (GE Healthcare, Little Chalfont, UK) using PBS as
running buffer. The specific activity was 1000-1600 kBq/
mg with regard to 227Th.

Immunoreactivity
The immunoreactive fraction (IRF) of the radioimmuno-
conjugate 227Th-trastuzumab was estimated by measur-
ing the cell bound activity in a one point assay. SKOV-3
cells (2 × 107 cells/ml) in 200 μl PBS were used. Four
million SKOV-3 cells in one vial of cells were blocked by
incubating with 150 μg/ml cold trastuzumab for 15 min
at 37°C. The cells in another vial were not blocked.
About 500 cpm of 227Th-trastuzumab was added to each
vial and the cells were incubated for 2 h before washing
and measurement of radioactivity with an automated
gamma counter (Wizard, Packard Instrument Co., Down-
ers Grove, IL, USA). IRF was 70% to 90%.

Animals
All procedures and experiments involving animals in this
study were approved by the National Animal Research
Authority and carried out according to the European Con-
vention for the Protection of Vertebrates used for Scienti-
fic Purposes. The animals were maintained under
pathogen-free conditions. Food and water were supplied
ad libitum. Eight to 12 weeks old, institutionally bred
female Balb/C nu/nu (NCR) mice, with an average weight
of 20 to 27 g at the start of study, were used. Mice were
anesthetized with subcutaneous injection of 0.05 ml Zole-
til® mix (Virbac, Carros Cedex, France) before HER-2-
positive breast cancer (SKBR-3) tumor fragments from
xenografted animals (1 × 1 × 1 mm) were implanted
subcutaneously. The xenografted tumor line originated
from HER-2-positive breast cancer (SKBR-3) cells from
American Type Culture Collection (Manassas, VA). Mice
with growing tumors of diameters between 4 and 8 mm
were included in the experiments. Mice were killed by cer-
vical dislocation.

Biodistribution of 227Th-labeled antibodies
The conjugates 227Th-trastuzumab and 227Th-rituximab
were administered by tail vein injection of 100 μl (15 kBq)
solution to each animal. For each conjugate and time
point, a total of four to six animals were autopsied. Tumor
and organs were measured for radioactivity content and
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weighed. Samples of the injectates (10%) were used as
references in the measurement procedure.
Thorium-227 and 223Ra were measured using a solid-

state photon well detector (GCW6021, Canberra, Meridan,
CT, USA) coupled to a digital gamma ray spectrometer
and analyzed using the computer software Apex™ version
1 (Canberra). For 227Th, the 236 keV (abundance 17.6%)
and 256 keV (abundance 9.5%) g-ray lines were used and
for 223Ra the 154 keV (abundance 5.7%), 269 keV (abun-
dance 13.9%), 324 keV (abundance 4%), and 338 keV
(abundance 2.8%) g-ray lines were used.

Calculation of absorbed dose
The total number of disintegrations, i.e., the cumulated
activity, in various tissues from the time of injection of
the preparation until no activity was left in the body was
estimated by calculation of the area under the activity
concentration versus time curves (AUC). For 227Th-
labeled antibodies, the absorbed radiation doses were cal-
culated assuming dose contributions coming only from
a-particle emissions with a mean a-energy (Ea) of 5.9
MeV for 227Th and 26.4 MeV for 223Ra with its daughters
in equilibrium, and that there was a 100% absorption of
the absorbed dose from the a-particle within a tissue, i.e.,
absorbed fraction equal to unity (ø = 1). For a-particle
radiation uniform distribution of radionuclides in the
various tissues as well as no cross irradiation was
assumed. Thus, the total absorbed dose to each organ
was estimated by: Dose = AUC0

∞ · Ea (227Th) + AUC0
∞ ·

Ea (223Ra + daughters). Also for blood, the absorbed dose
was calculated assuming 100% absorption of the a-parti-
cles, i.e., ø = 1. This was obviously a simplification since
in the capillaries there will probably be escape of a-parti-
cles beyond the blood.

Therapeutic studies
Mice were injected with a single dose of NaCl (control;
n = 10), 20 μg (n = 5), 100 μg (n = 6), or 250 μg (n = 5)
of cold trastuzumab; 200 kBq/kg (n = 10), 400 kBq/kg (n
= 11), and 600 kBq/kg (n = 12) of 227Th-trastuzumab;
and 400 kBq/kg (n = 9) and 600 kBq/kg (n = 10) 227Th-
rituximab in 100 μl solution. Tumor growth and mouse
weight were assessed three times a week in the first week
before injection and the 3 weeks after injection; there-
after, weight, growth, and survival were assessed twice a
week. Caliper measurements of perpendicular tumor dia-
meters were used to estimate tumor volume by assuming
ellipsoid shape. Mice with tumor diameter larger than
20 mm were killed. Mantley Cox log rank test was used
to test for significant differences in surviving fraction of
mice, which is defined as the fraction of mice that did
not have to be sacrificed due to tumor diameter above
20 mm.

Evaluation of toxicity
Toxicity was evaluated in all treatment groups except
227Th-rituximab. Approximately 100 to 200 μl of blood
was collected from the vena saphena lateralis in 500 μl
EDTA-coated tubes (Microtainer K2E tubes, Becton,
Dickinson, NJ, USA) for blood cell counting. Blood sam-
ples were taken before and at 3, 6, and 8 to 10 weeks after
start of the study. For control, a group of ten mice without
tumor was injected with NaCl and sampled at the same
time points for blood cell count. While for clinical chemis-
try data, the samples from this control group were taken
after 8 weeks. Blood cells were counted in an automatic
blood counter (Scil Vet ABC, Horiba ABX, Montpellier,
France). In addition, when mice were sacrificed due to
tumor size or weight loss, blood samples were collected by
heart puncture into EDTA-coated tubes and also lithium
heparin-coated tubes (Microtainer LH tubes, Becton,
Dickinson) for analysis of clinical chemistry parameters.
Clinical chemistry strips were used to assess the serum
aspartate aminotransferase (AST), alanine aminotransfer-
ase (ALT), alkaline phosphatase (ALP), and urea level
(Reflotron, Roche Diagnostics GmbH, Mannheim,
Germany). Full blood samples (30 μl) were analyzed by a
clinical chemistry analyzer (Reflovet, Roche Diagnostics).
At the end of the study, the lung, heart, kidney, spleen,

small intestine, large intestine, liver, femur, skull, and
tumor were fixed with formalin, cut in 5-μm slices, stained
with hematoxylin and eosin, and analyzed by a pathologist
to detect any pathological changes. Slides from cold trastu-
zumab and 227Th-trastuzumab groups were compared to
the slides of control groups.

Autoradiography
Mice bearing tumor xenografts were injected with 15 kBq
of 227Th-trastuzumab, corresponding to approximately
600 kBq/kg. Four animals were sacrificed by cervical
dislocation 4 and 8 days after injection. Tumors were
removed and immediately frozen in liquid nitrogen.
Tissue sections of thickness 5 μm were used for exposure
of Kodak Biomax MR-1 single-sided emulsion or Kodak
Medical General Purpose Blue x-ray film (Eastman
Kodak Company, Rochester, NY, USA). Films were
exposed for 6 to 11 days at -80°C prior to development.
Film patterns were compared to hematoxylin and eosin
(H/E)-stained tissue sections.

Results
Biodistribution and dosimetry of 227Th -trastuzumab and
227Th-rituximab
The in vivo biodistribution profiles of 227Th-trastuzu-
mab, 227Th-rituximab, and the daughter nuclide 223Ra in
nude mice with SKBR-3 xenografts at different time
points after administration are shown in Figure 1. The
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maximum uptake of 227Th-trastuzumab in tumor
(4.6 kBq/g) occurred 3 days after injection (Figure 1a).
There was a large difference between the amount of
activity in tumor and in normal organs for 227Th-trastu-
zumab. The uptake of non-tumor binding 227Th-rituxi-
mab (Figure 1b) in tumor was significantly lower than
the uptake of 227Th-trastuzumab (Figure 1a). The 227Th
daughter nuclide 223Ra was mainly localized to bone
(femur and skull) but there were also some retention of
223Ra in spleen, kidneys, and in tumor (Figure 1c, d).
The absorbed radiation dose in tumor was 2.9 ± 0.8 Gy

for 227Th-trastuzumab (Figure 2a) and 0.7 ± 0.1 Gy for
227Th-rituximab (Figure 2b); both normalized to injections
of 400 kBq/kg. Radiation doses were less than 2 Gy for all
organs for both RICs, except for femur (2.4 ± 0.6 Gy) and
skull (2.7 ± 0.6 Gy) in mice treated with 227Th-trastuzumab.

Therapeutic efficacy
Growth of SKBR-3 tumor xenografts in mice treated
with alpha-particle-emitting 227Th-trastuzumab was

compared with cold trastuzumab, non-tumor binding
227Th-rituximab, as well as saline (controls; Figure 3).
There was a large variability in tumor growth within
treatment groups. Table 1 shows growth delays calcu-
lated from average tumor growth curves. The mean
tumor growth in mice treated with cold trastuzumab
(20, 100, and 250 μg/mice or approximately 0.8, 4, and
10 mg/kg body weight) or 400 and 600 kBq/kg 227Th-
rituximab was similar to the growth of the untreated
controls. The dosage groups for cold trastuzumab and
for 227Th-rituximab in Table 1 and Figure 3b, c were
pooled since there was no difference between them. For
200 and 400 kBq/kg 227Th-trastuzumab, some of the
tumors responded well to the treatment, while others
did not (Figure 3d, e). The average delays to grow to a
normalized tumor volume of 500 mm3 were 7 and
23 days, respectively (Table 1). For 600 kBq/kg 227Th-
trastuzumab, all tumors responded to the treatment
(Figure 3f) and the average growth delay to reach a
tumor volume of 500 mm3 was 45 days (Table 1).
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Figure 1 Biodistribution of 227Th-conjugates and 223Ra in mice with SKBR-3 xenografts. Biodistribution profile of 227Th-trastuzumab (a) and
daughter nuclide 223 Ra (c) after administration of 227Th-trastuzumab, and biodistribution of 227Th-rituximab (b) and daughter nuclide 223 Ra (d)
after administration 227Th-rituximab, in mice bearing SKBR-3 xenografts. The measured 227Th activities were normalized to an injection of 400
kBq/kg bodyweight. Values are mean ± SD. N = 6 for each time point except at day 3, where N = 5.
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The surviving fraction of the different dosages of 227Th-
trastuzumab was not significantly different from each
other (p > 0.05), but there was a significant difference in
survival between the 227Th-trastuzumab treatment groups
and control groups (NaCl and trastuzumab; p < 0.001)
(Figure 4a). Mean and median survival times were signifi-
cantly different for mice in the dosage groups 400 and
600 kBq/kg 227Th-trastuzumab as compared to mice in
the NaCl (control) group (p < 0.05; Table 2). None of the
dosages of cold trastuzumab had an effect on survival (p =
0.40). Hence, the data were pooled into one group. The
survival of mice treated with non-tumor-binding 227Th-
rituximab was not significantly different from the survival
of the control group (p > 0. 6; Figure 4b). In addition, no

significant differences (p > 0.05) in mean and median sur-
vival times between control and 227Th-rituximab treat-
ment groups were observed (Table 2).

Toxicity of 227Th-trastuzumab
White blood cell (WBC), platelet cell (PLT) counts, and
clinical chemistry parameters of control mice and mice
treated with 227Th-trastuzumab are shown in Figures 5
and 6. Figure 5a, b shows WBC and PLT counts of indivi-
dual mice as well as mean values at 0, 3, 6, and 9 weeks
time points from each treatment groups. In the control
groups mice without tumor was also included in order to
get measurements at longer follow-up. The WBC count
was significantly lower in the control (NaCl) group at
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Figure 2 Absorbed radiation doses to normal tissues and tumor xenografts. Absorbed radiation dose in tumor and normal organs of mice
injected with 227Th-trastuzumab (a) or 227Th-rituximab (b). Cumulated activities were calculated from biodistribution curves and multiplied with
the mean energy of a-particles from 227Th, 223Ra, and daughters. Biodistribution data of 227Th-trastuzumab and 227 Th-rituximab were normalized
to 400 kBq/kg bodyweight.

Abbas et al. EJNMMI Research 2011, 1:18
http://www.ejnmmires.com/content/1/1/18

Page 5 of 12



time 0 as compared to 3 weeks after injection. WBC
decreased significantly for treatment with 400 kBq/kg (p
< 0.001, t test) and 600 kBq/kg (p < 0.001, t test) of
227Th-trastuzumab as compared to WBC in the cold tras-
tuzumab group and control mice after 3 weeks (Figure
5a) but not as compared with the 0 time point. After 6
weeks, only the 600 kBq/kg 227Th-trastuzumab group
was significantly different from control (p = 0.008, t test).

No significant difference in PLT count was found for
the 200 kBq/kg 227Th-trastuzumab treatment group
when compared to control at any time point (Figure 5b).
The PLT count was significantly lower for the 400 kBq/
kg (p = 0.017, t test) and 600 kBq/kg (p = 0.003, t test)
227Th-trastuzumab treatments as compared to control
after 3 weeks. At 6 weeks, the PLT counts had recovered.
However, at 9 weeks, the PLT count was significantly
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Figure 3 Effects of 227Th-based RIT on growth of individual SKBR-3 tumor xenografts. Individual tumor growth after treatment with NaCl
(a); 20, 100, and 250 μg cold trastuzumab (b); 227Th-rituximab at dosage of 400 and 600 kBq/kg (c); 200 kBq/kg (d); 400 kBq/kg (e) and 600 kBq/
kg (f) of 227Th-trastuzumab. N = 9 to 19.

Table 1 Growth inhibition for tumor volume of 500 and 1,000 mm3 after treatment

Treatment Dosage 500 mm3 1,000 mm3

Daysa Growth delayb Days Growth delay

NaCl 15 ± 7 0 ± 10 25 ± 7 0 ± 11

Trastuzumab (pooled) 20 - 250 μg 15 ± 7 0 ± 11 23 ± 8 -2 ± 12
227Th-rituximab 400 and 600 kBq/kg 15 ± 8 -3 ± 11 27 ± 10 2 ± 11
227Th-trastuzumab 200 kBq/kg 22 ± 8 7 ± 11 32 ± 8 7 ± 12
227Th-trastuzumab 400 kBq/kg 38 ± 8 23 ± 10 70 ± 10 45 ± 12
227Th-trastuzumab 600 kBq/kg 60 ± 7 45 ± 7 90 ± 10 65 ± 7
aThe number of days to reach the chosen tumor volume. bGrowth delay = days (treatment) - days (NaCl).
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lower than the control for the 400 kBq/kg 227Th-trastu-
zumab group (p = 0.038, t test) and for the cold trastuzu-
mab group (p < 0.001, t test) as compared to control
mice.
Urea, AST, ALT, and ALP levels in blood from control

mice were compared with blood from mice treated with
cold trastuzumab, 200, 400, and 600 kBq/kg of 227Th-
trastuzumab (Figure 6a, b, c, d). Urea levels were within
the normal range and were not significantly different
from control. One mouse in each RIT group and one
control mouse showed high ALT levels, i.e., above nor-
mal range. Another mouse treated with 200 kBq/kg
227Th-trastuzumab group had a very high AST levels as
compared to mice in all other treatment groups. Large
variations in ALP levels were observed among all treat-
ment groups but were within the normal range. Therapy
related pathological changes were not observed in any
organ upon histological examination.
Figure 7 shows no morphological differences in normal

bone marrow for a mouse treated with NaCl (Figure 7a)
and a mouse treated with 600 kBq/kg of 227Th-

trastuzumab up to 72 days (Figure 7b). Body weights of
animals were measured throughout the study but no sig-
nificant differences between the treatment groups were
observed (data not shown).

Autoradiography
Autoradiography of SKBR-3 tumor xenografts showed
that the distribution patterns of radioactivity after injec-
tion of 600 kBq/kg of 227Th-trastuzumab were inhomo-
geneous (Figure 8). The smallest of the tumors analyzed
showed highest concentration of radioactivity present as
a rim corresponding to areas with viable tumor tissue
close to the well perfused connective tissue capsule sur-
rounding the tumor (Figure 8a). The tumor in Figure 8b
had localized hotspots. On the corresponding H/E-
stained tissue section, the hotspots with high 227Th-tras-
tuzumab uptake matched areas with high density of
blood vessels and/or large blood vessels, with areas of
necrotic tissue and loosely bound cells in between. A
similar correspondence was also seen in tissue sections
taken at later time points (Figures 8c, d).
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Figure 4 Effects of 227Th-based RIT on survival of mice with SKBR-3 tumor xenografts. Survival of mice after intravenous injection of NaCl,
20,100, and 250 μg cold trastuzumab, and 200, 400, and 600 kBq/kg 227Th-trastuzumab (a), or 400 and 600 kBq/kg 227Th-rituximab (b).

Table 2 Mean and median survival times for all treatment groups

Treatment Dosage Mean ± standard error Median ± standard error Number of mice

NaCl 52 ± 10 42 ± 13 10

Trastuzumab (Pooled) 20 - 250 μg 54 ± 5 47 ± 2 16
227Th-rituximab 400 kBq/kg 44 ± 5 49 ± 8 9
227Th- rituximab 600 kBq/kg 47 ± 5 36 ± 3 10
227Th-trastuzumab 200 kBq/kg 39 ± 2 38 ± 2 10
227Th-trastuzumab 400 kBq/kg 87 ± 7* 63 ± 3* 11
227Th-trastuzumab 600 kBq/kg 95 ± 3* 96 ± 3* 12

*Significant difference between control and therapy.

Abbas et al. EJNMMI Research 2011, 1:18
http://www.ejnmmires.com/content/1/1/18

Page 7 of 12



Discussion
The present study of alpha-particle-emitting 227Th-tras-
tuzumab showed a significant dose-dependent inhibition
of tumor growth of human SKBR-3 breast cancer xeno-
grafts in mice, leading to long-term survival with low
toxicity.
In RIT with 227Th the distribution of free daughter

nuclides also has to be considered, as the daughter nuclide
223Ra detaches from the DOTA-trastuzumab construct
upon alpha-particle emission from 227Th. The biodistribu-
tion study showed that 223Ra re-localized to bone and to
spleen. It should be noticed that the 18.7-day half-life of
227Th allows for excretion of a large fraction of 227Th-
trastuzumab before 223Ra is formed. The uptake in spleen
was probably related to mouse-specific calcification of the
spleen [20]. Radium-223 has a half-life of 11.4 days and is
excreted from the blood via the intestines with a major
part of the 223Ra ending up in the hydroxyapatite of bone
[8,20,21]. The half-lives of the 223Ra-daughters are in the
millisecond to minute range. They are therefore likely to
contribute mainly to the absorbed radiation dose in
the vicinity of the site of 223Ra decay. Thus, as shown in
Figure 2 the absorbed doses to bone were comparable to
the doses in tumor.
Microautoradiography studies of 227Th-rituximab have

shown that there probably is a contribution to the bone
marrow absorbed dose from 223Ra and daughters on the
bone surface [11]. One could suspect that localization in
bone would give a high contribution to bone marrow
toxicity, but clinical studies of 223Ra have shown that it

is well tolerated by breast and prostate cancer patients
[8], with data from repeated dosing suggesting no more
damage on red bone marrow compared to placebo [9].
This lack of toxicity is probably due to the short path
length of alpha emission, as previous data have shown
that the beta-emitter strontium-89 is strikingly more
toxic, although presumably localizing in an identical way
in bone tissue [20]. Therefore, we suggest that localiza-
tion of small amounts of 223Ra in bone tissue would be
acceptable. Furthermore, because of the long half-life of
227Th and internalization of HER-2 antigen after binding
to 227Th- trastuzumab complex much of the 227Th will
be excreted or internalized before 223Ra is formed and
thereby reducing relocalization of 223Ra to bone. We
also suggest that an optimized chelator will reduce the
small amounts of free 227Th, indicated by the present
biodistribution data.
No severe bone marrow toxicity was observed in this

study even when therapeutically effective amounts were
administered. A dosage of 600 kBq/kg of 227Th-rituximab
is equal to an absorbed radiation dose in tumor of
around 1 Gy. One could expect a small therapeutic effect
of this dose since there was a significant therapeutic
effect of 200 kBq/kg (1.45 Gy) of 227Th-trastuzumab.
However, there was no therapeutic effect of even the
highest dosage of 227Th-rituximab, showing that the anti-
body has to bind to the cells to get the emitted alpha par-
ticles close enough to the tumor cell nucleus. This is in
analogy with the lack of bone marrow toxicity, discussed
above, i.e., the low bone marrow toxicity might be due to
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the lack of binding of 227Th-trastuzumab or 223Ra to
bone marrow cells.
In the present study, the tumor volumes were 8 to 16

times larger than the size of micrometastases (< 2 mm
in diameter) in breast cancer patients. However, in a
previous study we treated single SKBR-3 cells and
achieved up to two log reduction in clonogenic survival
and growth inhibition [17]. Therefore, one relevant clin-
ical setting for 227Th-trastuzumab might be adjuvant
treatment of breast cancer patients with micrometas-
tases. Due to the 223Ra (daughter) affinity to bone,

patients with a high risk of developing bone metastasis
might be an intriguing application [22,23].
There was a dosage-dependent increase in tumor

growth inhibition but not for survival. This may be
related to individual differences in tumor vascularization
and the presence of necrosis. In the 200 kBq/kg group we
observed a variable therapeutic effect, while in the 400
and 600 kBq/kg groups we got a more prominent and
similar therapeutic effect.
Radiolabeled antibody therapy for solid tumor has been

less successful as compared to hematological tumors. The

A C

B D

Figure 8 Autoradiography images after 227Th-trastuzumab therapy. Autoradiography images of the radioactivity distribution in 5-μm-thick
frozen tissue sections from four different SKBR-3 human tumor xenografts in athymic nude mice following injection of 600 kBq/kg of 227Th-
trastuzumab. Tumors in mages (a) and (b) were resected 4 days post injection, while (c) and (d) were removed 8 days post injection. N = 4.
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reasons are that the solid tumors are generally less sensitive
to radiation and are more difficult to target due to macro-
molecule transport barriers, e.g., vascular supply limitation,
high interstitial pressure, and vascular permeability limita-
tion. Targeted delivery of high LET a-particles after
administration of 227Th-trastuzumab may not be the only
reason behind the successful growth inhibition of SKBR-3
tumor xenografts. The autoradiography images indicated
that 227Th-trastuzumab in some tumors, were located close
to the tumor vasculature. Targeting the tumor vasculature
or vasculature near the tumor cells with a-emitting radio-
nuclides has previously been shown to yield a therapeutic
effect on solid tumors [24,25].
The tumors treated in the present study were much

larger than the range of alpha particles. However, the
autoradiogaphy images indicated hot spots of 227Th-tras-
tuzumab activity in perfused areas within the tumor
xenografts, which might result in destruction of the
blood vessels and eradication of tumors due to lack of
nutrients. Furthermore, there was also some retention of
free 223Ra in tumor. This is a small ion with several a-
emitting daughter radionuclides that might surmount the
macromolecular transport barriers of solid tumors and
result in high LET a-irradiation of tumor cells not
reached by the larger molecule 227Th-trastuzumab. Thus,
the antitumor effect might have been a combined effect
of tumor cell kill by both 227Th-trastuzumab, 223Ra, and
daughters and destruction of the blood vessels that deli-
vers nutrients and oxygen to the tumor cells.
At two samplings, the dosage-dependent decrease in

the WBC count was significantly lower for mice in one
or both of the two highest dosages groups compared to
control mice; both for the 400 and 600 kBq/kg 227Th-
trastuzumab groups at 3 weeks after injection, and for
the 600 kBq/kg227Th-trastuzumab at 6-week time
points. However, the blood values were within the nor-
mal physiological range for nude mice for all dosages of
227Th-trastuzumab. Furthermore, the most striking
change in the WBC count is the increase for the control
group from 0 to 3, 6, and 9 weeks. If the WBC count at
3, 6, and 9 weeks are compared with the WBC count of
the control at 0 weeks there is no significant difference.
The reason for this increase is unknown, but it might be
related to an undetected infection in one cage of the
control mice. Therefore, we conclude that the 227Th-
trastuzumab treatment had no pathological effect on the
WBC count.
There was a dosage-dependent decrease in PLT count

at 3 weeks after injection, but the PLT count had recov-
ered after 6 weeks. At the 9-week time point, the PLT
count was significantly lower than the control for the
400 kBq/kg 227Th-trastuzumab group and the cold tras-
tuzumab group. However, this decrease was probably
related to a combination of biological variation and the

low number of mice in these two groups (5 and 1, respec-
tively). It should also be pointed out that control mice
without tumor xenografts were used in order to get
blood samples for the controls at the later time points.
Liver enzymes and urea levels in the blood did not

show any dose-dependent changes following injection of
227Th-trastuzumab with levels in the highest dosage
group similar to that of control. Other treatment groups
showed random increase or decrease of some enzymes
when compared with control. This may be related to
one mouse within each group with very high value of
the parameter in question. Since there were no dose-
dependent changes and since there were no significant
changes between the control and the 600 kBq/kg group
for any parameters, these changes might be due to other
factors than the 227Th-trastuzumab treatment.
In conclusion, 227Th-trastuzumab inhibits growth of

breast cancer xenografts in a dose-dependent manner.
Possibly due to the longer half-life, single dosing was effi-
cacious; not excluding that improved efficacy might be
obtained with multiple doses, as has been shown clini-
cally with a more short-lived alpha emitter [9]. The lim-
ited toxicity of the treatment was mainly related to
reversible bone marrow depression. Further preclinical
studies of 227Th-trastuzumab involving mice with breast
cancer micrometastases and, if possible, metastasis to
bone are warranted.

Acknowledgements
The authors are grateful to Katrine B. Melhus, Camilla Mollatt, and Anne.
K. Hjelmerud of Norwegian Radium Hospital, and Åsmund Larsen and Ellen
M. Brevik of Algeta ASA, for technical assistance. We thank Lars Abrahamsen
and Thomas Ramdahl at Algeta ASA for valuable comments on the
manuscript.

Author details
1Department of Radiation Biology, Institute for Cancer Research, Oslo
University Hospital, Montebello, 0310 Oslo, Norway 2Faculty of Medicine,
University of Oslo, P.O. Box 1074 Blindern, 0316 Oslo, Norway 3Department
of Oncology, The Norwegian Radium Hospital, Oslo University Hospital,
Montebello, 0310 Oslo, Norway 4Department of Pathology, Oslo University
Hospital, Montebello, 0310 Oslo, Norway 5Algeta ASA, Kjelsås, 0411 Oslo,
Norway

Authors’ contributions
NA designed and performed the invivo studies and carried out
interpretation and analysis of data including dosimetry calculation and
writing of manuscript. JB performed radiolabeling and contributed in
manuscript writing. JN and NA carried out histopathological studies of slides.
HH carried out the autoradiography studies including interpretation and
analysis of these data, and contributed to performing experiments and
writing of parts of the manuscript. ØSB contributed to the study design,
interpretation and analyses of data as well as writing of the manuscript. JD
contributed to the study design, interpretation and analyses of data, writing
the manuscript as well as performing experiments and dosimetry
calculations. All authors read and approved the final manuscript.

Competing interests
JB is an employee of Algeta ASA which owns the patents for using 227Th in
radioimmunotherapy. JD and OSB own a small amount of shares in Algeta
ASA.

Abbas et al. EJNMMI Research 2011, 1:18
http://www.ejnmmires.com/content/1/1/18

Page 11 of 12



Received: 30 May 2011 Accepted: 24 August 2011
Published: 24 August 2011

References
1. Steger GG, Abrahamova J, Bacanu F, Brincat S, Brize A, Cesas A, Cufer T,

Dank M, Duchnowska R, Eniu A, Jassem J, Kahan Z, Matos E, Padrik P,
Plate S, Pokker H, Purkalne G, Timcheva C, Tzekova V, Vyzula R, Zielinski CC:
Current standards in the treatment of metastatic breast cancer with
focus on Lapatinib: a review by a Central European Consensus Panel.
Wien Klin Wochenschr 2010, 122:368-379.

2. Cianfrocca M, Goldstein LJ: Prognostic and predictive factors in early-
stage breast cancer. Oncologist 2004, 9:606-616.

3. Spector NL, Blackwell KL: Understanding the mechanisms behind
trastuzumab therapy for human epidermal growth factor receptor 2-
positive breast cancer. J Clin Oncol 2009, 27:5838-5847.

4. Tolmachev V, Carlsson J, Lundqvist H: A limiting factor for the progress of
radionuclide-based cancer diagnostics and therapy–availability of
suitable radionuclides. Acta Oncol 2004, 43:264-275.

5. Dahle J, Borrebaek J, Melhus KB, Bruland OS, Salberg G, Olsen DR,
Larsen RH: Initial evaluation of 227Th-p-benzyl-DOTA-rituximab for low-
dose rate alpha-particle radioimmunotherapy. Nucl Med Biol 2006,
33:271-279.

6. Larsen RH, Borrebaek J, Dahle J, Melhus KB, Krogh C, Valan MH, Bruland OS:
Preparation of TH227-labeled radioimmunoconjugates, assessment of
serum stability and antigen binding ability. Cancer Biother Radiopharm
2007, 22:431-437.

7. Dahle J, Borrebaek J, Jonasdottir TJ, Hjelmerud AK, Melhus KB, Bruland OS,
Press OW, Larsen RH: Targeted cancer therapy with a novel low-dose rate
alpha-emitting radioimmunoconjugate. Blood 2007, 110:2049-2056.

8. Nilsson S, Larsen RH, Fossa SD, Balteskard L, Borch KW, Westlin JE,
Salberg G, Bruland OS: First clinical experience with alpha-emitting
radium-223 in the treatment of skeletal metastases. Clin Cancer Res 2005,
11:4451-4459.

9. Nilsson S, Franzen L, Parker C, Tyrrell C, Blom R, Tennvall J, Lennernas B,
Petersson U, Johannessen DC, Sokal M, Pigott K, Yachnin J, Garkavij M,
Strang P, Harmenberg J, Bolstad B, Bruland OS: Bone-targeted radium-223
in symptomatic, hormone-refractory prostate cancer: a randomised,
multicentre, placebo-controlled phase II study. Lancet Oncol 2007,
8:587-594.

10. Dahle J, Bruland OS, Larsen RH: Relative biologic effects of low-dose-rate
alpha-emitting 227Th-rituximab and beta-emitting 90Y-tiuexetan-
ibritumomab versus external beam X-radiation. Int J Radiat Oncol Biol
Phys 2008, 72:186-192.

11. Dahle J, Jonasdottir TJ, Heyerdahl H, Nesland JM, Borrebaek J,
Hjelmerud AK, Larsen RH: Assessment of long-term radiotoxicity after
treatment with the low-dose-rate alpha-particle-emitting
radioimmunoconjugate (227)Th-rituximab. Eur J Nucl Med Mol Imaging
2010, 37:93-102.

12. Ballangrud AM, Yang WH, Palm S, Enmon R, Borchardt PE, Pellegrini VA,
McDevitt MR, Scheinberg DA, Sgouros G: Alpha-particle emitting atomic
generator (Actinium-225)-labeled trastuzumab (herceptin) targeting of
breast cancer spheroids: efficacy versus HER2/neu expression. Clin Cancer
Res 2004, 10:4489-4497.

13. Borchardt PE, Yuan RR, Miederer M, McDevitt MR, Scheinberg DA: Targeted
actinium-225 in vivo generators for therapy of ovarian cancer. Cancer Res
2003, 63:5084-5090.

14. Palm S, Back T, Claesson I, Danielsson A, Elgqvist J, Frost S, Hultborn R,
Jensen H, Lindegren S, Jacobsson L: Therapeutic efficacy of astatine-211-
labeled trastuzumab on radioresistant SKOV-3 tumors in nude mice. Int J
Radiat Oncol Biol Phys 2007, 69:572-579.

15. Boskovitz A, McLendon RE, Okamura T, Sampson JH, Bigner DD,
Zalutsky MR: Treatment of HER2-positive breast carcinomatous
meningitis with intrathecal administration of alpha-particle-emitting
(211)At-labeled trastuzumab. Nucl Med Biol 2009, 36:659-669.

16. Milenic DE, Brady ED, Garmestani K, Albert PS, Abdulla A, Brechbiel MW:
Improved efficacy of alpha-particle-targeted radiation therapy: dual
targeting of human epidermal growth factor receptor-2 and tumor-
associated glycoprotein 72. Cancer 2010, 116:1059-1066.

17. Heyerdahl H, Krogh C, Borrebaek J, Larsen A, Dahle J: Treatment of HER2-
expressing breast cancer and ovarian cancer cells with alpha particle-
emitting 227Th-trastuzumab. Int J Radiat Oncol Biol Phys 2011, 79:563-570.

18. Henriksen G, Hoff P, Alstad J, Larsen RH: 223Ra for endoradiotherapeutic
applications prepared from an immobilized 227Ac/227Th source.
Radiochim Acta 2001, 89:661-666.

19. Henriksen G, Bruland OS, Larsen RH: Thorium and actinium
polyphosphonate compounds as bone-seeking alpha particle-emitting
agents. Anticancer Res 2004, 24:101-105.

20. Henriksen G, Fisher DR, Roeske JC, Bruland OS, Larsen RH: Targeting of
osseous sites with alpha-emitting 223Ra: comparison with the beta-
emitter 89Sr in mice. J Nucl Med 2003, 44:252-259.

21. Henriksen G, Breistol K, Bruland OS, Fodstad O, Larsen RH: Significant
antitumor effect from bone-seeking, alpha-particle-emitting (223)Ra
demonstrated in an experimental skeletal metastases model. Cancer Res
2002, 62:3120-3125.

22. Liepe K: Alpharadin, a 223Ra-based alpha-particle-emitting
pharmaceutical for the treatment of bone metastases in patients with
cancer. Curr Opin Investig Drugs 2009, 10:1346-1358.

23. Zimskind PD, SURVER JM: Metastasis to bone from carcinoma of the
breast. Clin Orthop 1958, 11:202-216.

24. Thorpe PE, Burrows FJ: Antibody-directed targeting of the vasculature of
solid tumors. Breast Cancer Research and Treatment 1995, 36:237-251.

25. Kennel SJ, Mirzadeh S, Eckelman WC, Waldmann TA, Garmestani K,
Yordanov AT, Stabin MG, Brechbiel MW: Vascular-targeted
radioimmunotherapy with the alpha-particle emitter 211At. Radiat Res
2002, 157:633-641.

doi:10.1186/2191-219X-1-18
Cite this article as: Abbas et al.: Experimental a-particle
radioimmunotherapy of breast cancer using 227Th-labeled p-benzyl-
DOTA-trastuzumab. EJNMMI Research 2011 1:18.

Submit your manuscript to a 
journal and benefi t from:

7 Convenient online submission

7 Rigorous peer review

7 Immediate publication on acceptance

7 Open access: articles freely available online

7 High visibility within the fi eld

7 Retaining the copyright to your article

    Submit your next manuscript at 7 springeropen.com

Abbas et al. EJNMMI Research 2011, 1:18
http://www.ejnmmires.com/content/1/1/18

Page 12 of 12

http://www.ncbi.nlm.nih.gov/pubmed/20549373?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20549373?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15561805?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15561805?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19884552?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19884552?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19884552?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15244250?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15244250?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15244250?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16546683?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16546683?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16546683?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17651051?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17651051?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17536011?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17536011?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15958630?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15958630?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17544845?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17544845?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17544845?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18722269?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18722269?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18722269?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19593562?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19593562?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19593562?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15240541?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15240541?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15240541?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12941838?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12941838?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17869670?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17869670?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19647172?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19647172?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19647172?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20127951?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20127951?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20127951?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/21195878?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/21195878?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/21195878?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15015582?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15015582?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15015582?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12571218?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12571218?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12571218?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12036923?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12036923?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12036923?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19943206?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19943206?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19943206?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/13561600?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/13561600?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/8534871?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/8534871?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12005541?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12005541?dopt=Abstract
http://www.springeropen.com/
http://www.springeropen.com/

	Abstract
	Background
	Methods
	Results
	Conclusion

	Background
	Material and methods
	Production of 227Th and radiolabeling of monoclonal antibodies
	Immunoreactivity
	Animals
	Biodistribution of 227Th-labeled antibodies
	Calculation of absorbed dose
	Therapeutic studies
	Evaluation of toxicity
	Autoradiography

	Results
	Biodistribution and dosimetry of 227Th -trastuzumab and 227Th-rituximab
	Therapeutic efficacy
	Toxicity of 227Th-trastuzumab
	Autoradiography

	Discussion
	Acknowledgements
	Author details
	Authors' contributions
	Competing interests
	References


<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /Binding /Left
  /CalGrayProfile (Gray Gamma 2.2)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.3
  /CompressObjects /Off
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.1000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails true
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /Warning
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 500
  /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 0.76
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 15
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 15
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /Warning
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 500
  /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 0.76
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 15
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 15
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /Warning
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /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 (None)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000410064006f006200650020005000440046002065876863900275284e8e55464e1a65876863768467e5770b548c62535370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef69069752865bc666e901a554652d965874ef6768467e5770b548c52175370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /DAN <>
    /DEU <>
    /ESP <>
    /FRA <>
    /ITA (Utilizzare queste impostazioni per creare documenti Adobe PDF adatti per visualizzare e stampare documenti aziendali in modo affidabile. I documenti PDF creati possono essere aperti con Acrobat e Adobe Reader 5.0 e versioni successive.)
    /JPN <>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020be44c988b2c8c2a40020bb38c11cb97c0020c548c815c801c73cb85c0020bcf4ace00020c778c1c4d558b2940020b3700020ac00c7a50020c801d569d55c002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken waarmee zakelijke documenten betrouwbaar kunnen worden weergegeven en afgedrukt. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /PTB <>
    /SUO <>
    /SVE <>
    /ENU (Use these settings to create Adobe PDF documents suitable for reliable viewing and printing of business documents.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


