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Abstract

Background: Prostate cancer (PCa) is the second leading cause of cancer deaths in men in the United States. The
prostate-specific antigen (PSA), often found at high levels in the serum of PCa patients, has been used as a marker
for PCa detection and as a target of immunotherapy. The murine IgG1 monoclonal antibody AR47.47, specific for
human PSA, has been shown to enhance antigen presentation by human dendritic cells and induce both CD4 and
CD8 T-cell activation when complexed with PSA. In this study, we explored the properties of a novel mouse/human
chimeric anti-PSA IgE containing the variable regions of AR47.47 as a potential therapy for PCa. Our goal was to
take advantage of the unique properties of IgE in order to trigger immune activation against PCa.

Methods: Binding characteristics of the antibody were determined by ELISA and flow cytometry. In vitro
degranulation was determined by the release of β-hexosaminidase from effector cells. In vivo degranulation was
monitored in human FcεRIα transgenic mice using the passive cutaneous anaphylaxis assay. These mice were also
used for a vaccination study to determine the in vivo anti-cancer effects of this antibody. Significant differences in
survival were determined using the Log Rank test. In vitro T-cell activation was studied using human dendritic cells
and autologous T cells.

Results: The anti-PSA IgE, expressed in murine myeloma cells, is properly assembled and secreted, and binds the
antigen and FcεRI. In addition, this antibody is capable of triggering effector cell degranulation in vitro and in vivo
when artificially cross-linked, but not in the presence of the natural soluble antigen, suggesting that such an
interaction will not trigger systemic anaphylaxis. Importantly, the anti-PSA IgE combined with PSA also triggers
immune activation in vitro and in vivo and significantly prolongs the survival of human FcεRIα transgenic mice
challenged with PSA-expressing tumors in a prophylactic vaccination setting.

Conclusions: The anti-PSA IgE exhibits the expected biological properties and is capable of triggering immune
activation and anti-tumor protection. Further studies on this antibody as a potential PCa therapy are warranted.
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Background
Prostate cancer (PCa) is the most frequently diagnosed
cancer and the second leading cause of cancer deaths
among men in the USA, with an estimated 241,740 new
cases and 28,170 deaths in 2012 [1]. At its early stages,
localized PCa can be curable in many cases by treatments
such as surgery or radiation [2]. PCa that relapses or is
* Correspondence: tdaniels@mednet.ucla.edu
1Division of Surgical Oncology, Department of Surgery, David Geffen School
of Medicine, University of California, Los Angeles, CA, USA
Full list of author information is available at the end of the article

© 2013 Daniels-Wells et al.; licensee BioMed C
Creative Commons Attribution License (http:/
distribution, and reproduction in any medium
found to be metastatic at diagnosis may be treated with
androgen deprivation therapy [3,4]. However, despite this
treatment these tumors eventually progress and become
androgen-refractory within a few years [3]. Since 2004, the
first line treatment of advanced castration-resistant PCa
has been docetaxel, a microtubule stabilizing taxane, com-
bined with prednisone [4,5]. However, this combination
treatment strategy demonstrates a modest improvement
in overall survival and less than 20% of these patients at-
tain a 3-year survival rate [4,5]. Therefore, additional
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treatment options are needed, especially at the advanced
or metastatic stage.
An alternative strategy to the above-mentioned thera-

peutic approaches is immunotherapy. PCa is attractive as
a target for immunotherapy for multiple reasons: 1) the
presence of organ-specific tumor-associated antigens,
2) the initial slow-growing nature of the disease allowing
for adequate time for an anti-immune response to de-
velop, and 3) immunotherapy is relatively safe given the
dispensable nature of the organ [5,6]. This suggestion is
supported by the fact that an immunotherapeutic strategy
(sipuleucel T) was approved by the FDA in 2010 for the
treatment of metastatic, castration-resistant PCa [7].
Sipuleucel-T is an autologus vaccination strategy in which
peripheral blood mononuclear cells, including antigen
presenting cells (APC) are isolated from the patient and
are stimulated with a fusion protein consisting of prostatic
acid phosphatase and the immunostimulatory cytokine
granulocyte-macrophage colony-stimulating factor (GM-
CSF). These cells are then reinfused back into the patient.
This vaccination strategy has shown a survival advantage
over docetaxel-based treatments [4,5,7,8]. Another experi-
mental vaccination strategy (Prostvac-VF) consisting of
a recombinant vaccinia virus expressing the prostate-
specific antigen (PSA) and other co-stimulatory molecules
has also shown promise in clinical trials of PCa [4,5,8].
However, despite these significant advances, the continued
high rate of relapse and absence of a cure for metastatic
disease highlights the need for additional treatments for
PCa.
PSA is a 30 kDa glycoprotein serine protease expressed

by prostate epithelial cells that is normally confined to the
seminal fluid [9,10]. Only very small amounts of PSA
reach the circulatory system in healthy men [9,11,12].
However, due to structural changes in the cancerous
prostate, PSA is often found at high concentrations in the
blood of PCa patients, making it a useful diagnostic
marker. Different forms of PSA can be found in the blood,
including free PSA or PSA complexed to other proteins.
Free PSA accounts for approximately 15-20% of total
PSA. In the blood, PSA can form complexes with the
protease inhibitors α1-antichymotrypsin (ACT), α1-prote-
ase inhibitor (API), and α2-macroglobulin (A2M). The
monomeric ACT complex, composed of 1 PSA molecule
covalently linked to 1 ACT, is by far the most prevalent,
comprising nearly 80% of total PSA compared to 1-2%
for the A2M and API complexes [9-12]. PSA is a promi-
sing target for PCa immunotherapy because of its organ
specific production. In fact, a murine bispecific antibody
against human CD3 and human PSA has been shown to
mediate anti-tumor effects against prostate carcinoma
cells in vitro and in vivo [13]. Additionally, a rabbit IgG
antibody targeting human PSA was shown to preferen-
tially deliver a chemotherapeutic drug to PSA-expressing
tumors in nude mice [14]. This immunoconjugate was
preferentially retained within the PCa tumors and en-
hanced cancer cell death, results that were not observed
in PCa tumors that did not express PSA [14]. Further-
more, the murine anti-PSA IgG1 (AR47.47) complexed
with PSA showed enhanced antigen presentation by hu-
man dendritic cells (DC) and induced both CD4 and CD8
T-cell activation [15], suggesting the possibility that this
antibody may interact with PSA in the blood of patients
redirecting this antigen into APC for antigen processing,
presentation, and T-cell activation against the tumor.
The efficacy of antibody therapies for the treatment of

cancer has been demonstrated in multiple cases [16,17].
Examples include trastuzumab (HerceptinW, a humanized
anti-HER2/neu IgG1) and rituximab (RituxanW, a mouse/
human chimeric anti-CD20 IgG1). Although most anti-
bodies used for cancer therapy are of the IgG class [16,17],
antibodies of the IgE class have various properties that may
be advantageous over IgG as potential cancer therapeutics.
These properties include 1) the low endogenous concen-
tration in serum (0.02% of circulating immunoglobulins
compared to 85% for IgG) that results in less competition
for FcR occupancy, 2) the lack of an inhibitory FcεR,
and 3) the superior affinity of IgE for its two FcεRs
relative to IgG and its FcγRs [18,19]. There are two human
FcεRs, the FcεRI that binds human IgE with high affinity
(Ka = 1010 M-1) and is expressed on human basophils, mast
cells, monocytes, macrophages, eosinophils, Langerhans
cells, and DC, and the FcεRII (CD23) that binds IgE with
lower affinity (Ka = 108 M-1) and is expressed on hu-
man B cells, eosinophils, monocytes, macrophages, and DC
[18,20,21]. Importantly, IgE antibodies have been success-
fully used in animal models as passive cancer immunother-
apies and as adjuvants of cancer vaccines [22-25].
Given the relevance of PSA as a PCa antigen and the

attractive properties of the IgE molecule, our main goal
was to develop a mouse/human chimeric IgE antibody
containing the variable regions of the murine antibody
AR47.47. We now report the construction and expres-
sion of this novel antibody, as well as the evaluation of
its properties, including its potential anti-cancer activity.
We show its ability to bind the PSA antigen and the
FcεRI, to induce effector cell degranulation when effect-
ively cross-linked (but not in the presence of the natural
soluble antigen), and when complexed to PSA to induce
T-cell stimulation and anti-tumor activity in vivo.

Methods
Cell lines
Sp2/0-Ag14 murine myeloma cells were purchased from
ATCC (American Type Culture Collection, Manassas,
VA). The Chinese Hamster Ovary cell line (CHO-3D10)
expressing the human FcεRIα subunit [26] and the RBL
SX-38 rat basophil leukemic cell line expressing the full



Daniels-Wells et al. BMC Cancer 2013, 13:195 Page 3 of 13
http://www.biomedcentral.com/1471-2407/13/195
human receptor (α, β, and γ subunits) [27] were kindly
provided by Dr. Jean-Pierre Kinet (Beth Israel Deaconess
Medical Center, Boston, MA). Murine CT26 colorectal car-
cinoma cells expressing and secreting human PSA (CT26-
PSA) [28] were kindly provided by Dr. John G. Frelinger
(University of Rochester Medical Center, Rochester, NY).
All cells were grown in IMDM media (Life Technologies
Corporation, Carlsbad, CA) supplemented with 100 U/mL
penicillin, 10 μg/mL streptomycin, and 10% (v/v) heat
inactivated fetal bovine serum (FBS; Atlanta Biologicals,
Atlanta, GA). Growth medium for CT26-PSA and RBL
SX-38 cells was additionally supplemented with 1 mg/mL
G418 (Life Technologies Corporation).

Development of recombinant anti-PSA antibodies
The mouse/human chimeric anti-human PSA IgG1 and
IgE were constructed using the DNA encoding the
variable regions of the murine IgG1 AR47.47 antibody
[15]. The VL and VH regions obtained by RT-PCR from
the hybridoma expressing AR47.47 were cloned into pCR-
BluntII-TOPO vectors (Life Technologies Corporation).
The DNA encoding the variable regions was then
subcloned into human κ light chain or the human ε (the
classic secreted isoform) [29] or γ1 heavy chain expression
vectors [30], respectively, all of which were obtained as
kind gifts from Dr. Sheri L. Morrison (University of
California at Los Angeles). The cloning strategy used
to develop both antibodies is shown in Additional file 1:
Figure S1. Both antibodies were expressed in the murine
myeloma cell line Sp2/0-Ag14, expanded in roller bottles,
and purified from cell culture supernatants. The anti-
human PSA IgE was purified using an immunoaffinity col-
umn containing anti-human IgE (omalizumab, XolairW,
Genentech, Inc. San Francisco, CA) coupled to cyanogen
bromide-activated Sepharose (GE Healthcare, Piscataway,
NJ) as recommended by the manufacturer. The chimeric
anti-human PSA IgG1 was purified using a Protein
A-Sepharose 4B, Fast Flow immunoaffinity matrix
(Sigma Aldrich, St. Louis, MO). A human HER2/neu
IgE [25] was produced in the same manner alongside the
anti-PSA IgE and was used as a non-PSA specific control
(NS IgE). Rituximab (RituxanW, a mouse/human chimeric
anti-CD20 IgG1; NS IgG) was obtained from Hoffman La
Roche (Indianapolis, IN). All antibodies were quantified
using the BCA Protein Assay (ThermoFisher Scientific
Inc., Walnut, CA).

Antigen binding (ELISA)
Immunolon H-2B plates (ThermoFisher Scientific, Inc.)
were coated with 5 μg/mL PSA or 10 μg/mL of the PSA
peptides containing amino acids (aa) 136–148 or 137–172,
which include the epitope recognized by the murine
monoclonal antibody AR47.47 [15]. The plates were incu-
bated at 4°C overnight, blocked in 3% BSA in PBS for 1
hour at room temperature, and incubated at 4°C overnight
with various concentrations of purified anti-PSA IgE or a
NS IgE. Binding of the IgE was detected using an alkaline
phosphatase (AP)-conjugated anti-human κ-secondary
antibody and a phosphatase substrate. Absorbance at
405 nm was read on a DTX880 Multimode Detector
(Beckman Coulter, Fullerton, CA).

Binding to FcεRI (flow cytometry)
5×105 CHO-3D10 cells expressing human FcεRIα were
detached from tissue culture dishes using 0.5 mM EDTA
in PBS. Cells were incubated with either 1 μg NS IgG1
(negative control), NS IgE (positive control), or anti-PSA
IgE in 50 μL IMDM+ 10% FBS for 2 hours on ice. Sam-
ples were washed and binding to cells was detected by the
addition of an anti-human κ-FITC (BD Biosciences, San
Jose, CA). An anti-FcεRI phycoerythrin (PE)-conjugated
antibody (eBioscience, San Diego, CA) was tested simul-
taneously to verify receptor expression. Cells were fixed
with 2% paraformaldehyde and analyzed on a Becton
Dickinson FACScan Analytic Flow Cytometer in the
UCLA Jonsson Comprehensive Cancer Center and Center
for AIDS Research Flow Cytometry Core Facility. Histo-
grams were created using FCS express V3 (De Novo
Software, Los Angeles, CA).

HSA-PSA multi-epitope peptide construction and PSA
proteins
ChromPure human serum albumin (HSA) was purchased
from Jackson ImmunoResearch Laboratories, Inc (West
Grove, PA) and cross-linked using the sulfosuccinimidyl
4-[N-maleimidomethyl]cyclohexane-1-carboxylate (Sulfo-
SMCC; ThermoFisher Scientific Inc.) to a synthetic pep-
tide containing the AR47.47 binding site. Human albumin
was diluted in PBS to 2 mg/mL. Sulfo-SMCC was diluted
in 50 mM sodium phosphate buffer to a final concentra-
tion of 20 mM and added (20 μL) to human albumin. The
mixture was incubated for 30 minutes at room tempe-
rature. The reaction was stopped by adding 50 mM Tris,
pH 7.2. The PSA peptide was then added (1.56 mg) at a 1
to 10 molar ratio. After a 30-minute incubation, excess
cross-linker was removed using a Zeba spin desalting
column with a molecular weight cut-off of 7DK
(ThermoFisher Scientific, Inc.) equilibrated with PBS. Ex-
cess peptide was removed using a desalting column with a
cut-off of 10K. The HSA-PSA preparation was aliquoted
and stored at −80°C. Human PSA and the PSA-ACT com-
plex both purified from human blood/seminal fluid were
purchased from Lee Biosolutions, Inc. (St. Louis, MO).

In vitro degranulation assay
RBL SX-38 cells were detached using 0.5 mM EDTA in
PBS and 105 cells were added to wells of a 48-well plate
in 500 μL IMDM containing 10% FBS. Cells were
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allowed to adhere overnight and then sensitized with
1 μg/well anti-PSA IgE in assay buffer (5 mM KCl,
125 mM NaCl, 20 mM Hepes, 1.5 mM CaCl2, 1.5 mM
MgCl2; pH 7.4) or in assay buffer alone as a negative con-
trol. The plate was then incubated in standard tissue cul-
ture conditions for 2 hours. Various concentrations of
PSA, HSA-PSA (positive control), PSA-ACT, 10 μM cal-
cium ionophore (positive control; Millipore, Billerica,
MA), or assay buffer (negative control) were added and in-
cubated with the RBL SX-38 cells for an additional 2
hours. Degranulation was quantified by the amount of
β-hexosaminidase released into the cell supernatant. Using
a fresh 96-well plate, 100 μL of the substrate [2.5 mM
p-nitrophenyl-N-acetyl-β-D-glucosamine in 50 mM cit-
rate buffer (50 mM citric acid, 50 mM tribasic sodium cit-
rate, pH 4.5)] was added to 50 μL of supernatant for each
sample. Reactions were quenched by the addition of 100
μL sodium carbonate buffer (50 mM sodium carbonate,
50 mM sodium bicarbonate, pH 10). Absorbance at 405
nm was determined using a DTX880 Multimode detector
(Beckman Coulter, Fullerton, CA). β-hexosaminidase
release is expressed as a percentage of total basophil con-
tent as determined by separate treatment with 1% Triton
X-100 (maximum release). The percent degranulation was
determined by the following equation [(experimental
release – spontaneous release)/(maximum release –
spontaneous release)] × 100.

In vivo passive cutaneous (local) anaphylaxis
(hypersensitivity) assay
All experimental protocols were approved by the UCLA
Institutional Animal Care and Use Committee (IACUC).
Since human IgE does not interact with murine FcεRI
[20], BALB/c human FcεRIα transgenic mice were used
for this assay (a kind gift from Dr. Jean-Pierre Kinet,
Beth Israel Deaconess Medical Center, Boston, MA). In
these animals, the human FcεRIα replaces its murine
homolog and associates with murine FcεRIγ and FcεRIβ
chains resulting in a chimeric FcεRI that can be activated
by human IgE [31-33]. The expression of the FcεRI in
these animals mimics the expression pattern found in
humans with FcεRI being expressed on mast cells, eosin-
ophils, basophils, DC, Langerhans cells, macrophages,
and monocytes. It is important to note that these ani-
mals are not transgenic for human CD23, and thus only
express murine CD23 (which does not bind human IgE
[34]). The assay was performed essentially as previously
described [25]. Mice were injected intradermally with
PBS or 1 μg of anti-PSA IgE in a volume of 50 μL. After
4 hours, 25 μg anti-human κ (Sigma Aldrich), 50 μg
PSA, or 50 μg HSA-PSA was injected intraveneously in
1% Evans blue in PBS. The mice were euthanized after
10 minutes. Leakage of the blue dye into the skin is due
to a local IgE-induced inflammatory response. Color was
quantified using the NIH Image J Software and intensity
reported as the mean signal per pixel.
In vitro antigen stimulation assay
This assay was performed as previously described [15,25].
Human peripheral blood mononuclear cells (PBMC) were
obtained from healthy donors. Monocytes were isolated
from the PBMC using the EasySep Human Monocyte En-
richment Negative Selection Kit (StemCell Technologies,
British Columbia, Canada). Monocytes were 89-96% pure
and were cultured for seven days in 4 ng/mL IL-4 and 0.1
ng/mL GM-CSF to differentiate them to DC, which were
then loaded with 2 μg/mL PSA mixed with various
amounts of either a NS IgG1 (0.5 to 2 μg/mL), anti-PSA
IgG1 (0.5 to 2 μg/mL), or equimolar amounts of anti-PSA
IgE (0.31-2.5 μg/mL). After loading for 4 hours, the DC
were matured with 0.18 ng/mL IFN-α and 10 ng/mL
TNF-α. DC were loaded with immune complexes prior to
maturation to maximize antigen uptake, since mature DC
favor antigen presentation over antigen uptake. Autolo-
gous T cells were isolated from PBMC using the EasySep
Human T Cell Negative Selection kit (StemCell Technolo-
gies) and were > 90% pure. These T cells were added to
cultures containing matured DC on day 8. T cells were in-
cubated for 7 days and restimulated with freshly pulsed
DC. T cells were stimulated (in vitro sensitization) for a
total of 3 rounds. During the last stimulation round, cells
were treated with Brefeldin A 4 hours after initiation of
the third stimulation to block cytokine secretion, and T
cells were harvested 18 hours later. These cells were then
stained for CD3, CD8 and intracellular IFNγ. Activation
of CD4 (CD3+/CD8-/IFN-γ+) and CD8 (CD3+/CD8+/
IFN-γ+) T cells was assessed by flow cytometry and ana-
lyzed using FlowJo (Tree Star, Inc).
Vaccination study in human FcεR1α transgenic mice
Age-matched, male, human FcεRIα transgenic mice aged
7 to 13 weeks old were immunized with 4 μg PSA alone
or complexed in a 1:1 molar ratio with either anti-human
PSA IgG1 or anti-human IgE, injected subcutaneously in
the left flank (4 mice per group). Age-matched, male con-
trols were injected with buffer alone. Mice were boosted
2 weeks later (on day 15) in the same flank. Serum
was collected from all animals on days 14 and 28.
Mice were challenged on day 40 with 106 CT26-PSA cells
subcutaneously in the right flank. Tumor growth was
monitored using a caliper and animals were euthanized
when the tumors reached 1.5 cm in diameter. Survival
was recorded from the day of tumor challenge. The
Kaplan-Meier plot was generated using GraphPad Prism 4
(GraphPad Software Inc., La Jolla, CA). Significant differ-
ences in survival were determined using the Log Rank test
in GraphPad Prism.
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Detection of murine anti-human PSA antibodies in the
serum of vaccinated mice
Blood from vaccinated animals was collected on days 14
and 28 and was allowed to clot at room temperature for
1 hour. Serum was collected after centrifugation at 3000
rpm for 10 minutes and stored at −80°C. For the ELISA,
Immunolon H-2B plates (ThermoFisher Scientific, Inc.)
were coated with 1 μg/mL human PSA. The plates were
incubated at 4°C overnight, washed 4 times in PBS,
blocked in 3% BSA in PBS for 1 hour at room tempe-
rature, and washed with 0.1% Tween-20 in PBS. For de-
tection of murine IgG1, mouse sera were serially diluted
3-fold starting at a dilution of 1:100 in 0.1% Tween-20
in PBS. Purified murine IgG1 AR47.47 (3-fold serial dilu-
tions starting at 100 ng/mL) served as the positive con-
trol, while the negative control sera was obtained from
unvaccinated animals (diluted in the same manner). The
presence of murine IgG1 specific for PSA was detected
using a rabbit anti-mouse IgG1 AP-conjugated antibody
(Life Technologies) and a phosphatase substrate (Sigma
Aldrich). Absorbance at 405 nm was read on a DTX880
Multimode Detector (Beckman Coulter). For detection
of murine IgG2a, sera were serially diluted 2-fold starting
at a 1:50 dilution in 0.1% Tween-20 in PBS. Negative
control sera were obtained from unvaccinated animals
and were prepared in the same manner. No murine IgG2a
specific for PSA was available for a positive control. Mur-
ine IgG2a antibodies were detected with an AP-
conjugated anti-mouse IgG2a (Life Technologies). Sera
were considered positive if absorbance values were greater
than 0.05 after a 2-hour incubation with substrate for
IgG1 or a 1-hour incubation for IgG2a (negative control
serum values ranged from 0.02-0.03). Significant increases
in titers were determined using the Fisher’s Exact prob-
ability test (GraphPad Software Quick Calcs Online Calcu-
lator for Scientists).

Results
Binding analysis
Both anti-PSA antibodies (IgG1 and IgE) were properly
assembled and secreted and showed the expected mo-
lecular weight of approximately 150 kDa and 190 kDa,
respectively (Additional file 1: Figure S1) [18]. The anti-
PSA IgE was shown by ELISA to bind the full-length
PSA protein (Figure 1A), as well as the known epitope
bound by AR47.47, which maps to the region of amino
acids 137–144 of PSA (Figure 1B) [15]. These studies
confirm that the AR47.47 variable regions are capable of
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binding antigen in the context of a human IgE molecule.
Additionally, binding to the artificial HSA-PSA conju-
gate was also detected (data not shown). Furthermore,
flow cytometry analysis showed binding of the IgE to hu-
man FcεRIα expressed on the surface of CHO-3D10 cells
(Figure 1C). As expected similar levels of binding were
observed for a non-PSA specific human IgE (NS IgE)
indicating that the Fc region of the antibody is fully
functional with respect to FcεRIα binding.

IgE-induced degranulation of effector cells
In order to confirm that the human Fc region of the
targeted IgE is functional, its ability to induce degranula-
tion of FcεRI-bearing effector cells was evaluated. In the
allergic reaction, mast cells and basophils coated with
IgE rapidly degranulate in the presence of multi-epitopic
antigens, due to cross-linking of the FcεRI and the sub-
sequent Type I hypersensitivity/anaphylactic reaction
[35] (Figure 2 inset). However, if a mono-epitopic anti-
gen is present, the receptor is not expected to be cross-
linked and degranulation should not occur. Therefore,
we tested the two most abundant forms of PSA found in
the blood of PCa patients (the full PSA protein and
PSA-ACT), both of which interact with the anti-PSA IgE
in a mono-epitopic manner. Additionally, we tested an
artificial molecule (HSA-PSA) that consists of multiple
PSA peptides containing the epitope bound by AR47.47
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to various limitations as discussed [22], most notably the
lack of interaction of human IgE with murine FcεRI [20].
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dye into the skin due to vasodilation of local blood vessels.
Representative images of 3 independent experiments are shown.
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significantly higher in the presence of the anti-human κ
antibody or HSA-PSA (p < 0.01, Student’s t test). The mean
color intensity did not increase in the presence of PSA or
PSA-ACT (data not shown). These studies are consistent
with our in vitro degranulation studies and suggest that the
anti-PSA IgE would not cause a systemic hypersensitivity
(anaphylactic) reaction in the presence of the most abun-
dant forms of PSA in blood (free or complexed to ACT).

IgE-facilitated antigen stimulation
DC are potent APC that are capable of processing anti-
gens for presentation in the context of the major histo-
compatibility complexes I and II (MHC I and II) [36,37].
Thus, DC are capable of processing antigens via cross-
presentation leading to the activation of a cell-mediated
immune response. Human DC express both FcεRI and
FcεRII [20,21] and are able to interact with human IgE
bound to antigen [38-42]. IgE-facilitated antigen presen-
tation has been shown to occur through the binding of
human IgE to either FcεRI [39] or CD23 [42]. Processing
and presentation has also been shown to be required for
the activation of T cells through IgE-facilitated antigen
presentation [42]. Thus, we evaluated the ability of the
anti-PSA IgE to induce antigen presentation and T-cell ac-
tivation in vitro in human DC obtained from healthy indi-
viduals. DC pulsed with the IgE complexed with PSA
induced CD4 and CD8 T-cell activation (Figure 4).
Importantly, the activation of CD8 cells is indicative of
cross-presentation. DC pulsed with the anti-PSA IgG1
complexed to PSA also induced CD4 and CD8 T-cell acti-
vation, although to a lesser extent (Figure 4). Studies
conducted with cells isolated from 2 additional donors
also showed increased T-cell activation in the presence of
DC loaded with the anti-PSA IgE complexed with PSA.
Taken together, these data suggest that the anti-PSA IgE is
capable of enhancing antigen presentation in vitro.

Vaccination study
In order to evaluate the ability of the anti-PSA IgE to elicit
an immune response that would lead to anti-cancer acti-
vity in vivo, a vaccination strategy was employed. Sera
collected from the animals at day 14 and day 28 were ex-
amined for a murine anti-human PSA immune response.
Titers of both murine IgG1 (indicative of a TH2/humoral
response) and IgG2a (indicative of a TH1/cellular response
[43,44]) specific for PSA were determined. Vaccination
with human PSA alone resulted in the induction of an
IgG1 response in 5 out of 8 animals (Table 1). Following
vaccination with complexes of PSA and the anti-PSA
IgG1 or the anti-PSA IgE, all 8 animals developed a
murine IgG1 response (Table 1). After the initial im-
munization, only IgG1 titers were significantly higher in
animals vaccinated with complexes of the anti-PSA IgG1
and PSA (p = 0.041 with a titer greater than 900, Fisher
Exact test) compared to animals immunized with PSA
alone. However, after the booster, IgG1 levels were no lon-
ger significantly different. Murine IgG2a responses to PSA
were induced in 5 out of 8 animals vaccinated with PSA
alone (Table 2). Immunization with PSA complexed to the
anti-PSA IgG1 results in the same number of IgG2a posi-
tive animals, however, titers were low (Table 2). An IgG2a
response was observed in 7 out of 8 animals vaccinated
with PSA complexed to the anti-PSA IgE (Table 2). After
the booster, significantly higher titers of murine IgG2a
were observed in these mice (Table 2). These titers were
significantly higher compared to complexes of PSA and
the anti-PSA IgG1 (p = 0.001 with a titer greater than of
50) or compared to PSA alone (p = 0.041 with a titer
greater than 50, Fisher Exact test). An unusually high titer
of IgG2a was observed in 1 animal after the booster with
PSA alone. Interestingly, vaccination with the anti-PSA
IgE complexed to PSA significantly prolonged survival of
mice subcutaneously challenged two-weeks after the
booster (on day 40) with CT26-PSA cells (Figure 5,
Table 3). However, this protection was not observed with
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vaccination with the IgG1 complexed to PSA or with PSA
alone (Figure 5; Table 3).

Discussion
In general, most therapeutic antibodies used in the clinic to
treat malignancies are of the IgG class [16,17]. However,
the IgE class of antibodies may also be a meaningful option
for this purpose. In fact, a tumor targeted murine IgE spe-
cific for either the major envelope glycoprotein (gp36) of
mouse mammary tumor virus (MMTV) [45] or an anti-
genic determinant on the surface of human colon carcin-
oma cells [46] have shown anti-cancer effects in murine
models. Additionally, a mouse/human chimeric IgE
(MOv18 IgE) specific for the human ovarian cancer antigen
folate binding protein (FBP) demonstrated superior anti-
tumor activity in murine models compared to a mouse/hu-
man chimeric IgG1 with the same variable regions (MOv18
IgG1) [47,48]. This anti-cancer activity was only observed
in the presence of human PBMC or human monocytes,
demonstrating that the Fc effector functions of the antibody
are required for the observed inhibitory activity [47-49].
Moreover, the MOv18 IgE was shown to mediate both
antibody-dependent cell-mediated cytotoxicity (ADCC)
and antibody-dependent cell-mediated phagocytosis
(ADCP) in vitro through the interaction of FcεRI and
CD23, respectively [50]. A humanized anti-HER2/neu IgE
with the variable regions of trastuzumab (HerceptinW) has
also been shown to trigger basophil degranulation and
ADCC in vitro in the presence of human HER2/neu ex-
pressing cells [51]. More recently, a fully human IgE also
targeting human HER2/neu with the variable regions of the
scFv C6MH3-B1 has been described and shown to have
in vivo anti-cancer activity in human FcεRIα transgenic
mice in a passive immunotherapeutic setting against a syn-
geneic tumor expressing human HER2/neu [25]. Com-
plexes of this IgE with its soluble antigen (ECDHER2)
demonstrated enhanced in vitro antigen presentation when
compared to an anti-HER2/neu IgG1 complexed to



Table 1 Murine anti-human PSA IgG1 titers in the serum
of vaccinated human FcεRIα transgenic mice

Titers 14 days after initial immunization

Mouse # PSA + anti-PSA IgE PSA + anti-PSA IgG1 PSA Buffer

1 8,100 100 900 0

2 2,700 24,300 0 0

3 900 8,100 0 0

4 2,700 24,300 0 0

5 2,700 24,300 2,700 0

6 900 72,900 8,100 0

7 24,300 8,100 900 0

8 900 2,700 900 0

Median 2,700 16,200 900 0

Titers 13 days after booster (28 days after initial immunization)

Mouse # PSA + anti-PSA IgE PSA + anti-PSA IgG1 PSA Buffer

1 218,700 8,100 24,300 0

2 218,700 72,900 0 0

3 72,900 24,300 0 0

4 218,700 218,700 0 0

5 72,900 400,000 218,700 0

6 72,900 218,700 218,700 0

7 24,300 218,700 8,100 0

8 218,700 24,300 72,900 0

Median 145,800 145,800 16,200 0

Data shown are combined from two independent experiments (n = 4) with a
total of 8 animals per group. Sera were serially diluted 3-fold starting at 1:100.
Titer was determined as the highest dilution from which a positive signal
was obtained.

Table 2 Murine anti-human PSA IgG2a titers in the serum
of vaccinated human FcεRIα transgenic mice

Titers 14 days after initial immunization

Mouse # PSA + anti-PSA IgE PSA + anti-PSA IgG1 PSA Buffer

1 0 0 0 0

2 0 0 0 0

3 200 0 0 0

4 0 0 0 0

5 0 0 50 0

6 0 0 0 0

7 0 0 0 0

8 100 0 0 0

Median 0 0 0 0

Titers 13 days after booster (28 days after initial immunization)

Mouse # PSA + anti-PSA IgE PSA + anti-PSA IgG1 PSA Buffer

1 0 0 1,600 0

2 200 0 50 0

3 200 50 0 0

4 800 0 0 0

5 200 50 400 0

6 400 50 0 0

7 100 50 50 0

8 100 50 50 0

Median 200 50 50 0

Data shown are combined from two separate experiments (n = 4) with a total
of 8 animals per group. Sera were serially diluted 2-fold starting at 1:50. Titer
was determined as the highest dilution from which a positive signal
was obtained.
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ECDHER2. This study also described a preliminary toxico-
logical study carried out in Macaca fascicularis
(cynomolgus) monkeys and showed that this anti-HER2
/neu IgE was well-tolerated in this initial study at the 2
doses tested [25].
We now report the development of a mouse/human

chimeric IgE specific for PSA that contains the variable re-
gions of the murine antibody AR47.47 and binds the PSA
antigen and FcεRI. Cross-linking induced by either the
artificial HSA-PSA conjugate that contains multiple copies
of the AR47.47 epitope or the anti-human κ antibody
showed that this IgE is capable of inducing degranulation
of effector cells both in vitro and in vivo. However, de-
granulation of effector cells sensitized with the anti-PSA
IgE did not occur in the presence of the natural PSA pro-
tein or the PSA-ACT complex found in the blood which
carry a single binding epitope for AR47.47 per PSA mol-
ecule. We used a PSA concentration in our in vivo studies
that exceeds the amount of PSA found in human blood:
we injected 50 μg of protein per animal, which is equiva-
lent to 25–50 μg/mL, given the blood volume of a 18–25
gram mouse is 1–2 mL [52]. The median total PSA level
in the blood of normal human males varies with age but
ranges from 0.6-1.5 ng/mL [9,53]. Total PSA levels in the
blood of prostate cancer patients are usually much higher.
However, these levels are also highly variable (ranging
from 10–1000 ng/mL) [9]. Thus, even at the initial high
concentration in blood used for our studies, no reaction
was observed. Our data suggest that physiological or
pathological levels of PSA or PSA-ACT in the blood are
not likely to induce a systemic anaphylactic reaction if
combined with the anti-PSA IgE. It is important to note
that PSA can also be found in the blood of cancer patients
complexed with A2M and API, although these complexes
are present at very low levels [9-12]. Complexes of PSA
with API [54] have been shown to occur at a 1:1 ratio and,
therefore, should not induce a systemic reaction. Tetra-
meric A2M can bind two PSA molecules; however, the
A2M-PSA complex cannot be detected in the blood by
immunoassays since PSA is encapsulated by A2M [55-56].
Therefore, it is expected that the anti-PSA IgE would not
be able to bind the encapsulated PSA in this complex and
thus, it would not be expected to trigger a systemic ana-
phylactic reaction. Further studies are needed to
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Figure 5 Vaccination study in human FcεRIα transgenic mice.
Survival plot of human FcεRIα transgenic mice vaccinated
subcutaneously in the left flank with PSA alone (4 μg) or complexed
in a 1:1 molar ration to either the anti-PSA IgE or IgG1. Mice were
given a booster on day 15, also in the left flank. Two-weeks after the
booster on day 40, mice were challenged with 106 murine CT26
cells expressing human PSA (CT26-PSA) subcutaneously in the right
flank. Animals admininstered with buffer alone were used as
negative controls. The survival plot shown is the combined data
from 2 independent experiments with a total of 8 mice per group
and was generated in GraphPad Prism.

Daniels-Wells et al. BMC Cancer 2013, 13:195 Page 10 of 13
http://www.biomedcentral.com/1471-2407/13/195
determine if these complexes can induce degranulation of
effector cells in the presence of the anti-PSA IgE as well
as the safety profile of this antibody.
Although the interaction with the anti-PSA IgE and nat-

urally occurring soluble forms of the antigen did not in-
duce degranulation of effector cells, immune complexes of
the IgE with the soluble antigen may interact with APC.
DC are potent APC that are capable of cross presentation.
DC are able to interact with human IgE bound to antigen
[38-42], including complexes consisting of mono-epitopic
interactions [57]. Both FcεRI [39] and CD23 [42] can medi-
ate IgE-facilitated antigen presentation. Previous studies
suggest that PSA is an appropriate target to mobilize T-cell
mediated immunity. PCa patients have been found to
Table 3 Median survival of animals in the vaccination study i

Median
survival (days)

p-value
(compared to buffer contr

Buffer 14.5

PSA 15 0.777

PSA + anti-PSA IgG1 16 0.086

PSA + anti-PSA IgE 22 0.004

Data shown are combined from two independent experiments (n = 4 for each) with
contain naturally occurring IFN-γ producing CD8+ T-cells
that respond to PSA peptide in primary cultures [58]. Add-
itionally, a PSA DNA vaccine induced a robust PSA protein
and peptide specific T-cell response in 5 of 6 patients [59].
Furthermore, IgE has been shown to act as an adjuvant for
cancer therapy [24], making the anti-PSA IgE a meaningful
strategy to explore for the induction of a cell-mediated im-
mune response in PCa patients. In the present studies, en-
hanced in vitro activation of both CD4 and CD8 T cells
was observed when these cells were exposed to DC loaded
with the anti-PSA antibodies complexed to PSA. However,
cytotoxic T-cell (CTL) studies were not conducted. These
data are consistent with the enhanced presentation previ-
ously observed with complexes of the parental murine
anti-PSA antibody AR47.47 and PSA [15] and with the fact
that a T-cell response can be elicited in vitro in an antigen
stimulation assay using PBMC isolated from normal do-
nors [60]. However, T-cell activation was higher with IgE
immune complexes than what was observed with immune
complexes containing the mouse/human chimeric anti-
PSA IgG1. Enhanced antigen presentation with complexes
of an anti-HER2/neu IgE and the soluble antigen, com-
pared to complexes of the antigen and an anti-HER2/neu
IgG1 has also been previously observed in human DC
in vitro [25]. Importantly, the activation and expansion of
CD8 cells, indicative of cross-presentation, was only ob-
served in either case when DC were loaded with
complexes of the IgE or IgG1 with PSA. Complexes of
IgE and PSA were particularly efficient in cross-
presentation (CD8 T-cell activation). Taken together, these
results support the hypothesis that antigen-specfic IgE
can enhance antigen-specific T-cell immunity. How-
ever, further studies are needed to understand this
property and compare its ability to that of IgG1.
The in vivo vaccination studies show prolongation of sur-

vival in mice vaccinated with complexes of the anti-PSA
IgE and PSA as compared to buffer, PSA alone, or anti-PSA
IgG1 complexed with PSA. The effect, under these initial
conditions, is modest but significant, and the data show a
survival advantage with the vaccination strategy utilizing
complexes of IgE and its targeted antigen. Evaluation of the
murine anti-PSA response showed that murine IgG1 levels
are increased in all experimental groups. It is not surprising
that PSA alone induced a relevant IgG1 response since PSA
n human FcεRIα transgenic mice

ol)
p-value

(compared to PSA)
p-value

(compared to PSA + anti-PSA IgG1)

0.147

0.005 0.01

a total of 8 animals per group.
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is a human protein. However, the titers of IgG1 in mice vac-
cinated with either the IgE or the IgG1 complexed to the
antigen were increased compared to PSA alone, consistent
with a stronger induction of a TH2 (humoral) immune re-
sponse. Additionally, in animals vaccinated with complexes
of the anti-PSA IgE and PSA, significantly higher titers of
murine IgG2a response were also observed. This suggests
that this vaccination strategy also induced a T-cell mediated
response (TH1) in these animals. Since this was the only
group to show significant protection from tumor challenge,
these findings may correlate with a preferential induction of
a TH1 response by vaccination with the complexes of the
anti-PSA IgE and the PSA antigen. Even though the in vivo
effects observed with the anti-PSA IgE were modest, the
observed anti-cancer effect may have clinical significance,
since the BALB/c strain used in these studies is biased
towards a TH2 response [61,62]. However, it is im-
portant to note that in our model system, the con-
stant regions of the anti-PSA IgE and IgG1 are of
human origin (xenotypic in the mouse) and that this
might influence the immunogenicity of PSA. Additional
studies are needed to further understand the observed
immunoactivation and anti-cancer activity in this model
as well as in other models.
Complexes of PSA with the anti-PSA IgG1 did not

show an anti-cancer effect in our particular vaccination
protocol. However, increased in vitro T-cell activation
was observed, even though it was to a lesser extent com-
pared to complexes of PSA with the IgE. The enhanced
T-cell activation by the anti-PSA IgG1 observed in this
study is consistent with a previous study that showed in-
creased PSA-specific T-cell activation in a vaccination
setting that used complexes of PSA and the anti-PSA
IgG1 in human PSA transgenic mice [63]. This study
demonstrated that the anti-PSA IgG1 is able to break
tolerance and suggests that in a therapeutic setting this
response can be further enhanced. Taken together, the
above data suggest that the anti-PSA IgE might also have
similar effects under tolerogenic conditions, a hypothesis
that could not be evaluated in the human PSA trans-
genic animal due to the lack of expression of human
FcεRIα.
It is tempting to speculate that the anti-PSA IgE can

also target PCa tumors and elict an acute inflammatory
reaction and thereby, enhance anti-tumor activity. Even
though PSA is a secreted antigen, it might be concen-
trated within the tumor microenvironment. For instance,
this may occur due to interactions with glycosaminogly-
cans on the surface of malignant cells or in the tumor
stroma through its heparin-binding activity. PSA has
two proposed heparin-binding sites [64] and has been
shown to bind heparin [65,66]. Previous studies have
shown that anti-PSA antibodies can have anti-cancer
activity in vitro and in vivo [13,14], suggesting that such
antibodies are able to target PCa tumors. In addition, a
radiolabeled anti-PSA monoclonal antibody was used
target PCa tumors in human for imaging purposes [67].
Thus, it is possible that the IgE antibody may also have
this activity. Further studies are needed to evaluate this
possibility.

Conclusions
The studies described here belong to the field of
AllergoOncology, which aims to evaluate IgE-mediated anti-
tumor immune responses with the goals of furthering our
understanding of the biology of IgE and developing IgE-
based cancer therapies. In this article, we describe the devel-
opment of a novel antibody of the IgE class that expands
this field and supports the notion that this anti-PSA IgE has
potential therapeutic value in humans. However, additional
evaluation of the anti-PSA IgE is warranted to further
understand both the anti-cancer effects and the safety profile
of the molecule.

Additional file

Additional file 1: Figure S1. Cloning strategy for production of the
mouse/human chimeric anti-PSA antibodies. The DNA encoding both the
light chain and heavy chain variable regions was obtained from hybridoma
cells expressing the murine anti-human PSA antibody AR47.47 and cloned
into pCR-BluntII-TOPO vectors. The DNA encoding the variable regions was
then subcloned into the respective expression vectors. To create the anti-PSA
IgG1, both the light chain κ and heavy chain γ1 expression vectors were
electroporated into the murine myeloma cell line Sp2/0-Ag14 . The DNA
encoding the heavy chain PSA variable region was further subcloned into
the IgE heavy chain expression vector and electroporated (together with the
PSA κ expression vector) into Sp2/0-Ag14 cells to produce the IgE antibody.
Both chimeric antibodies were properly assembled and secreted. The purified
antibodies show the expected molecular weight as demonstrated by SDS-
PAGE under both non-reducing and reducing conditions.

Competing interests
CFN and BCS are advisors to and own shares in Quest PharmaTech, Inc.
(Edmonton, Alberta, Canada). All other authors have no competing interests
to disclose.

Authors’ contributions
TRDW performed cloning and expression of the antibodies and was
principally responsible for conducting the binding analysis and the in vivo
studies; participated in the study design, performed the statistical analysis,
and drafted the manuscript. GH participated in the construction and
expression of the antibodies, worked on the in vivo local anaphylaxis assay,
and participated in the study design. RKL carried out the in vitro
degranulation assays and participated in the study design. RQ participated in
the in vitro degranulation assays and in all in vivo studies. MK participated in
ELISA studies of the recombinant antibodies and murine sera. JAR and EOS
participated in the production of the antibodies and in the study design.
OMM participated in the study design, helped with study coordination, and
contributed to manuscript preparation. BCS and CFN supervised the project,
designed and performed peptide conjugations, selected the antigen binding
epitope, and conducted the in vitro antigen stimulation assays. MLP supervised
the project, participated in study design and coordination, and helped to
prepare the manuscript. All authors read and approved the final manuscript.

Acknowledgements
We would like to thank Dr. Andrew Saxon and Dr. Ke Zhang (University of
California at Los Angeles) for their support to this project. We thank Dr.
Sherrie Morrison (University of California at Los Angeles) for providing the

http://www.biomedcentral.com/content/supplementary/1471-2407-13-195-S1.ppt


Daniels-Wells et al. BMC Cancer 2013, 13:195 Page 12 of 13
http://www.biomedcentral.com/1471-2407/13/195
antibody expression vectors and for her support of the project. We thank Dr.
Jean-Pierre Kinet (Beth Israel Deaconess Medical Center, Boston, MA) for the
CHO-3D10 and RBL SX-38 cell lines and as well as the human FcεRIα
transgenic mice. We thank Dr. John G. Frelinger (University of Rochester, NY)
for providing the CT26 cells that express human PSA. We would also like to
thank Julie Lucas and Lin Wang for their technical assistance and critical
discussions of experimental data. This work was supported in part by NIH/
NCI R41A137881, K01CA138559, the NIH Fogarty AITRP-AIDS Malignancies
Program D43TW000013-S1, ANPCyT-FONARSEC PICT-PRH 2008–00315,
CONICET PIP Nº 114-2011-01-00139, UBACYT Nº 200-2011-02-00027, and by
Advanced Immune Therapeutics, Inc. The UCLA Jonsson Comprehensive
Cancer Center and Center for AIDS Research Flow Cytometry Core Facility is
supported by the NIH awards CA16042 and AI28697, the Jonsson Cancer
Center, the UCLA AIDS Institute, and the UCLA School of Medicine. Gustavo
Helguera is member of the National Council for Scientific and Technological
Research (CONICET), Argentina.

Author details
1Division of Surgical Oncology, Department of Surgery, David Geffen School
of Medicine, University of California, Los Angeles, CA, USA. 2The Molecular
Biology Institute, University of California, Los Angeles, CA, USA. 3Department
of Microbiology, Immunology, and Molecular Genetics, David Geffen School
of Medicine, University of California, Los Angeles, CA, USA. 4Jonsson
Comprehensive Cancer Center, University of California, Los Angeles, CA, USA.
5Department of Obstetrics and Gynecology, David Geffen School of
Medicine, University of California, Los Angeles, CA, USA. 6Department of
Epidemiology, Fielding School of Public Health, University of California, Los
Angeles, CA, USA. 7Advanced Immune Therapeutics, Inc, Charlestown, MA,
USA. 8Current Affiliation: Momenta Pharmaceuticals, Inc, Cambridge, MA,
USA. 9Current Affiliation: School of Pharmacy and Biochemistry, University of
Buenos Aires, Buenos Aires, Argentina. 10Current Affiliation: Unit of
Biomedical Research in Cancer, Basic Research Division, National Institute of
Cancerology, Mexico City, Mexico. 11Current Affiliation: AIT Strategies,
Franconia, NH, USA.

Received: 5 June 2012 Accepted: 6 March 2013
Published: 17 April 2013

References
1. Siegel R, Naishadham D, Jemal A: Cancer statistics, 2012. CA Canc J Clin

2012, 62(1):10–29.
2. Singh J, Trabulsi EJ, Gomella LG: Is there an optimal management for

localized prostate cancer? Clin Interv Aging 2010, 5:187–197.
3. Massard C, Fizazi K: Targeting continued androgen receptor signaling in

prostate cancer. Clin Cancer Res 2011, 17(12):3876–3883.
4. Bishr M, Lattouf JB, Gannon PO, Saad F: Updates on therapeutic targets

and agents in castration-resistant prostate cancer. Minerva Urol
Nefrologica Ital J Orol Nephrol 2011, 63(2):131–143.

5. Sonpavde G, Agarwal N, Choueiri TK, Kantoff PW: Recent advances in
immunotherapy for the treatment of prostate cancer. Expert Opin Biol
Ther 2011, 11(8):997–1009.

6. Gupta S, Carballido E, Fishman M: Sipuleucel-T for therapy of
asymptomatic or minimally symptomatic, castrate-refractory prostate
cancer: an update and perspective among other treatments. Oncol
Targets Ther 2011, 4:79–96.

7. Cheever MA, Higano CS: PROVENGE (Sipuleucel-T) in prostate cancer: the
first FDA-approved therapeutic cancer vaccine. Clin Cancer Res 2011,
17(11):3520–3526.

8. Bilusic M, Heery C, Madan RA: Immunotherapy in prostate cancer: emerging
strategies against a formidable foe. Vaccine 2011, 29(38):6485–6497.

9. Lilja H, Ulmert D, Vickers AJ: Prostate-specific antigen and prostate cancer:
prediction, detection and monitoring. Nat Rev 2008, 8(4):268–278.

10. Pettersson K, Piironen T, Seppala M, Liukkonen L, Christensson A, Matikainen MT,
Suonpaa M, Lovgren T, Lilja H: Free and complexed prostate-specific antigen
(PSA): in vitro stability, epitope map, and development of
immunofluorometric assays for specific and sensitive detection of free PSA
and PSA-alpha 1-antichymotrypsin complex. Clin Chem 1995, 41(10):1480–1488.

11. Diamandis EP: Prostate-specific antigen: its usefulness in clinical
medicine. Trends Endocrinol Metab TEM 1998, 9(8):310–316.

12. Chen Z, Prestigiacomo A, Stamey TA: Purification and characterization of
prostate-specific antigen (PSA) complexed to alpha 1-antichymotrypsin:
potential reference material for international standardization of PSA
immunoassays. Clin Chem 1995, 41(9):1273–1282.

13. Katzenwadel A, Schleer H, Gierschner D, Wetterauer U, Elsasser-Beile U:
Construction and in vivo evaluation of an anti-PSA x anti-CD3 bispecific
antibody for the immunotherapy of prostate cancer. Anticancer Res 2000,
20(3A):1551–1555.

14. Sinha AA, Quast BJ, Reddy PK, Elson MK, Wilson MJ: Intravenous injection of an
immunoconjugate (anti-PSA-IgG conjugated to 5-fluoro-2'-deoxyuridine)
selectively inhibits cell proliferation and induces cell death in human prostate
cancer cell tumors grown in nude mice. Anticancer Res 1999, 19(2A):893–902.

15. Berlyn KA, Schultes B, Leveugle B, Noujaim AA, Alexander RB, Mann DL:
Generation of CD4(+) and CD8(+) T lymphocyte responses by dendritic
cells armed with PSA/anti-PSA (antigen/antibody) complexes. Clin
Immunol (Orlando, Fla) 2001, 101(3):276–283.

16. Weiner LM, Surana R, Wang S: Monoclonal antibodies: versatile platforms
for cancer immunotherapy. Nat Rev Immunol 2010, 10(5):317–327.

17. Helguera G, Daniels TR, Rodriguez JA, Penichet ML: Monoclonal antibodies.
In Human Engineered, Encyclopedia of Industrial Biotechnology: Bioprocess,
Bioseparation, and Cell Technology, Volume 5. Edited by Flickinger M. New
York: John Wiley & Sons, Inc; 2010:3526–42.

18. Daniels TR, Rodriguez JA, Ortiz-Sanchez O, Helguera G, Penichet ML: The IgE
Antibody and Its Use in Cancer Immunotherapy. In Cancer and IgE:
Introducing the Concept of AllergoOncology. Edited by Penichet ML, Jensen-
Jarolim E. New York: Springer; 2010:159–184.

19. Jensen-Jarolim E, Achatz G, Turner MC, Karagiannis S, Legrand F, Capron M,
Penichet ML, Rodriguez JA, Siccardi AG, Vangelista L, et al:
AllergoOncology: the role of IgE-mediated allergy in cancer. Allergy 2008,
63(10):1255–1266.

20. Kinet JP: The high-affinity IgE receptor (Fc epsilon RI): from physiology to
pathology. Annu Rev Immunol 1999, 17:931–972.

21. Conrad DH: Fc epsilon RII/CD23: the low affinity receptor for IgE. Annu
Rev Immunol 1990, 8:623–645.

22. Daniels TR, Martinez-Maza O, Penichet ML: Animal models for IgE-mediated
cancer immunotherapy. Cancer Immunol Immunother 2012, 61(9):1535–46.

23. Penichet ML, Jensen-Jarolim E: Cancer and IgE: introducing the concept of
AllergoOncology. New York: Springer; 2010.

24. Nigro EA, Brini AT, Soprana E, Ambrosi A, Dombrowicz D, Siccardi AG,
Vangelista L: Antitumor IgE adjuvanticity: key role of Fc epsilon RI.
J Immunol 2009, 183(7):4530–4536.

25. Daniels TR, Leuchter RK, Quintero R, Helguera G, Rodríguez JA, Martínez-
Maza O, Schultes BC, Nicodemus CF, Penichet ML: Targeting HER2/neu
with a fully human IgE to harness the allergic reaction against cancer
cells. Cancer Immunol Immunother 2012, 61(7):991–1003.

26. Hakimi J, Seals C, Kondas JA, Pettine L, Danho W, Kochan J: The alpha
subunit of the human IgE receptor (FceRI) is sufficient for high affinity
IgE binding. J Biol Chem 1990, 265(36):22079–22081.

27. Wiegand TW, Williams PB, Dreskin SC, Jouvin MH, Kinet JP, Tasset D: High-
affinity oligonucleotide ligands to human IgE inhibit binding to Fc
epsilon receptor I. J Immunol 1996, 157(1):221–230.

28. Willis RA, Bowers WJ, Turner MJ, Fisher TL, Abdul-Alim CS, Howard DF,
Federoff HJ, Lord EM, Frelinger JG: Dendritic cells transduced with HSV-1
amplicons expressing prostate-specific antigen generate antitumor
immunity in mice. Hum Gene Ther 2001, 12(15):1867–1879.

29. Lyczak JB, Zhang K, Saxon A, Morrison SL: Expression of novel secreted isoforms
of human immunoglobulin E proteins. J Biol Chem 1996, 271(7):3428–3436.

30. Xuan C, Steward KK, Timmerman JM, Morrison SL: Targeted delivery of
interferon-alpha via fusion to anti-CD20 results in potent antitumor
activity against B-cell lymphoma. Blood 2010, 115(14):2864–2871.

31. Dombrowicz D, Brini AT, Flamand V, Hicks E, Snouwaert JN, Kinet JP, Koller
BH: Anaphylaxis mediated through a humanized high affinity IgE
receptor. J Immunol 1996, 157(4):1645–1651.

32. Dombrowicz D, Lin S, Flamand V, Brini AT, Koller BH, Kinet JP: Allergy-
associated FcRbeta is a molecular amplifier of IgE- and IgG-mediated
in vivo responses. Immunity 1998, 8(4):517–529.

33. Fung-Leung WP, De Sousa-Hitzler J, Ishaque A, Zhou L, Pang J, Ngo K,
Panakos JA, Chourmouzis E, Liu FT, Lau CY: Transgenic mice expressing
the human high-affinity immunoglobulin (Ig) E receptor alpha chain
respond to human IgE in mast cell degranulation and in allergic
reactions. J Exp Med 1996, 183(1):49–56.

34. Bettler B, Hofstetter H, Rao M, Yokoyama WM, Kilchherr F, Conrad DH:
Molecular structure and expression of the murine lymphocyte low-



Daniels-Wells et al. BMC Cancer 2013, 13:195 Page 13 of 13
http://www.biomedcentral.com/1471-2407/13/195
affinity receptor for IgE (Fc epsilon RII). Proc Natl Acad Sci USA 1989,
86(19):7566–7570.

35. Gould HJ, Sutton BJ: IgE in allergy and asthma today. Nat Rev Immunol
2008, 8(3):205–217.

36. Rafiq K, Bergtold A, Clynes R: Immune complex-mediated antigen
presentation induces tumor immunity. J Clin Invest 2002, 110(1):71–79.

37. Rodriguez A, Regnault A, Kleijmeer M, Ricciardi-Castagnoli P, Amigorena S:
Selective transport of internalized antigens to the cytosol for MHC class I
presentation in dendritic cells. Nat Cell Biol 1999, 1(6):362–368.

38. Maurer D, Ebner C, Reininger B, Fiebiger E, Kraft D, Kinet JP, Stingl G: The
high affinity IgE receptor (Fc epsilon RI) mediates IgE-dependent
allergen presentation. J Immunol 1995, 154(12):6285–6290.

39. Maurer D, Ebner C, Reininger B, Petzelbauer P, Fiebiger E, Stingl G:
Mechanisms of Fc epsilon RI-IgE-facilitated allergen presentation by
dendritic cells. Adv Exp Med Biol 1997, 417:175–178.

40. Maurer D, Fiebiger S, Ebner C, Reininger B, Fischer GF, Wichlas S, Jouvin MH,
Schmitt-Egenolf M, Kraft D, Kinet JP, et al: Peripheral blood dendritic cells
express Fc epsilon RI as a complex composed of Fc epsilon RI alpha-
and Fc epsilon RI gamma-chains and can use this receptor for IgE-
mediated allergen presentation. J Immunol 1996, 157(2):607–616.

41. Bieber T: Fc epsilon RI on human epidermal Langerhans cells: an old
receptor with new structure and functions. Int Arch Allergy Immunol 1997,
113(1–3):30–34.

42. Van der Heijden FL, Joost Van Neerven RJ, Van Katwijk M, Bos JD,
Kapsenberg ML: Serum-IgE-facilitated allergen presentation in atopic
disease. J Immunol 1993, 150(8 Pt 1):3643–3650.

43. Stevens TL, Bossie A, Sanders VM, Fernandez-Botran R, Coffman RL,
Mosmann TR, Vitetta ES: Regulation of antibody isotype secretion by
subsets of antigen-specific helper T cells. Nature 1988, 334(6179):255–258.

44. Helguera G, Dela Cruz JS, Lowe C, Ng PP, Trinh R, Morrison SL, Penichet ML:
Vaccination with novel combinations of anti-HER2/neu cytokines fusion
proteins and soluble protein antigen elicits a protective immune response
against HER2/neu expressing tumors. Vaccine 2006, 24(3):304–316.

45. Nagy E, Berczi I, Sehon AH: Growth inhibition of murine mammary
carcinoma by monoclonal IgE antibodies specific for the mammary
tumor virus. Cancer Immunol Immunother 1991, 34(1):63–69.

46. Kershaw MH, Darcy PK, Trapani JA, MacGregor D, Smyth MJ: Tumor-specific
IgE-mediated inhibition of human colorectal carcinoma xenograft
growth. Oncol Res 1998, 10(3):133–142.

47. Gould HJ, Mackay GA, Karagiannis SN, O’Toole CM, Marsh PJ, Daniel BE, Coney
LR, Zurawski VR Jr, Joseph M, Capron M, et al: Comparison of IgE and IgG
antibody-dependent cytotoxicity in vitro and in a SCID mouse xenograft
model of ovarian carcinoma. Eur J Immunol 1999, 29(11):3527–3537.

48. Karagiannis SN, Wang Q, East N, Burke F, Riffard S, Bracher MG, Thompson
RG, Durham SR, Schwartz LB, Balkwill FR, et al: Activity of human
monocytes in IgE antibody-dependent surveillance and killing of ovarian
tumor cells. Eur J Immunol 2003, 33(4):1030–1040.

49. Karagiannis SN, Bracher MG, Hunt J, McCloskey N, Beavil RL, Beavil AJ, Fear
DJ, Thompson RG, East N, Burke F, et al: IgE-antibody-dependent
immunotherapy of solid tumors: cytotoxic and phagocytic mechanisms
of eradication of ovarian cancer cells. J Immunol 2007, 179(5):2832–2843.

50. Karagiannis SN, Bracher MG, Beavil RL, Beavil AJ, Hunt J, McCloskey N,
Thompson RG, East N, Burke F, Sutton BJ, et al: Role of IgE receptors in IgE
antibody-dependent cytotoxicity and phagocytosis of ovarian tumor cells
by human monocytic cells. Cancer Immunol Immunother 2008, 57(2):247–263.

51. Karagiannis P, Singer J, Hunt J, Gan SK, Rudman SM, Mechtcheriakova D,
Knittelfelder R, Daniels TR, Hobson PS, Beavil AJ, et al: Characterisation of
an engineered trastuzumab IgE antibody and effector cell mechanisms
targeting HER2/neu-positive tumour cells. Cancer Immunol Immunother
2009, 58(6):915–930.

52. Hoff J:Methods of blood collection in the mouse. Lab Anim 2000, 29(10):47–53.
53. Gjertson CK, Albertsen PC: Use and assessment of PSA in prostate cancer.

Med Clin North Am 2011, 95(1):191–200.
54. Zhang WM, Finne P, Leinonen J, Stenman UH: Characterization and

determination of the complex between prostate-specific antigen and
alpha 1-protease inhibitor in benign and malignant prostatic diseases.
Scand J Clin Lab Invest 2000, 233:51–58.

55. Sottrup-Jensen L, Petersen TE, Magnusson S: Mechanism of proteinase
complex formation with alpha 2-macroglobulin. Three modes of trypsin
binding. FEBS Lett 1981, 128(1):127–132.
56. Zhang WM, Finne P, Leinonen J, Vesalainen S, Nordling S, Rannikko S,
Stenman UH: Characterization and immunological determination of the
complex between prostate-specific antigen and alpha2-macroglobulin.
Clin Chem 1998, 44(12):2471–2479.

57. Bheekha Escura R, Wasserbauer E, Hammerschmid F, Pearce A, Kidd P,
Mudde GC: Regulation and targeting of T-cell immune responses by IgE
and IgG antibodies. Immunology 1995, 86(3):343–350.

58. Chakraborty NG, Stevens RL, Mehrotra S, Laska E, Taxel P, Sporn JR, Schauer
P, Albertsen PC: Recognition of PSA-derived peptide antigens by T cells
from prostate cancer patients without any prior stimulation. Cancer
Immunol Immunother 2003, 52(8):497–505.

59. Miller AM, Ozenci V, Kiessling R, Pisa P: Immune monitoring in a phase 1
trial of a PSA DNA vaccine in patients with hormone-refractory prostate
cancer. J Immunother 2005, 28(4):389–395.

60. Corman JM, Sercarz EE, Nanda NK: Recognition of prostate-specific
antigenic peptide determinants by human CD4 and CD8 T cells. Clin Exp
Immunol 1998, 114(2):166–172.

61. Hsieh CS, Macatonia SE, O’Garra A, Murphy KM: T cell genetic background
determines default T helper phenotype development in vitro. J Exp Med
1995, 181(2):713–721.

62. Chu RS, Targoni OS, Krieg AM, Lehmann PV, Harding CV: CpG
oligodeoxynucleotides act as adjuvants that switch on T helper 1 (Th1)
immunity. J Exp Med 1997, 186(10):1623–1631.

63. Nicodemus CF, Wang L, Lucas J, Varghese B, Berek JS: Toll-like receptor-3
as a target to enhance bioactivity of cancer immunotherapy. Am J Obstet
Gynecol 2010, 202(6):608. e601-608.

64. Villoutreix BO, Lilja H, Pettersson K, Lovgren T, Teleman O: Structural
investigation of the alpha-1-antichymotrypsin: prostate-specific antigen
complex by comparative model building. Protein Sci 1996, 5(5):836–851.

65. Kumar V, Hassan MI, Kashav T, Singh TP, Yadav S: Heparin-binding proteins
of human seminal plasma: purification and characterization. Mol Reprod
Dev 2008, 75(12):1767–1774.

66. Kumar V, Hassan MI, Tomar AK, Kashav T, Nautiyal J, Singh S, Singh TP,
Yadav S: Proteomic analysis of heparin-binding proteins from human
seminal plasma: a step towards identification of molecular markers of
male fertility. J Biosci 2009, 34(6):899–908.

67. Meyers FJ, Denardo SJ, Macey D, White RD, Unger M: Development of
monoclonal antibody imaging of metastatic prostatic carcinoma. Prostate
1989, 14(3):209–220.

doi:10.1186/1471-2407-13-195
Cite this article as: Daniels-Wells et al.: Anovel IgE antibody targeting the
prostate-specific antigen as a potential prostate cancer therapy. BMCCancer
2013 13:195.
Submit your next manuscript to BioMed Central
and take full advantage of: 

• Convenient online submission

• Thorough peer review

• No space constraints or color figure charges

• Immediate publication on acceptance

• Inclusion in PubMed, CAS, Scopus and Google Scholar

• Research which is freely available for redistribution

Submit your manuscript at 
www.biomedcentral.com/submit


	Abstract
	Background
	Methods
	Results
	Conclusions

	Background
	Methods
	Cell lines
	Development of recombinant anti-PSA antibodies
	Antigen binding (ELISA)
	Binding to FcεRI (flow cytometry)
	HSA-PSA multi-epitope peptide construction and PSA proteins
	In vitro degranulation assay
	In vivo passive cutaneous (local) anaphylaxis (hypersensitivity) assay
	In vitro antigen stimulation assay
	Vaccination study in human FcεR1α transgenic mice
	Detection of murine anti-human PSA antibodies in the serum of vaccinated mice

	Results
	Binding analysis
	IgE-induced degranulation of effector cells
	IgE-facilitated antigen stimulation
	Vaccination study

	Discussion
	Conclusions
	Additional file
	Competing interests
	Authors’ contributions
	Acknowledgements
	Author details
	References


<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /PageByPage
  /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 /Error
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /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 true
  /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 /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /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 true
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /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 true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /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 <<

    /BGR <>
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000500044004600206587686353ef901a8fc7684c976262535370673a548c002000700072006f006f00660065007200208fdb884c9ad88d2891cf62535370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef653ef5728684c9762537088686a5f548c002000700072006f006f00660065007200204e0a73725f979ad854c18cea7684521753706548679c300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /CZE <>
    /DAN <>
    /DEU <>
    /ESP <>
    /ETI <>
    /FRA <>
    /GRE <>

    /HRV <>
    /HUN <>
    /ITA <>
    /JPN <>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020b370c2a4d06cd0d10020d504b9b0d1300020bc0f0020ad50c815ae30c5d0c11c0020ace0d488c9c8b85c0020c778c1c4d560002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /LTH <>
    /LVI <>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken voor kwaliteitsafdrukken op desktopprinters en proofers. 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 <>
    /ENU (Use these settings to create Adobe PDF documents for quality printing on desktop printers and proofers.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
  /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
      /ConvertColors /NoConversion
      /DestinationProfileName ()
      /DestinationProfileSelector /NA
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure true
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles true
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /NA
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /LeaveUntagged
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [595.440 793.440]
>> setpagedevice


