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Abstract

Background: Multiple myeloma is characterized by clonal expansion of B cells producing monoclonal
immunoglobulins or fragments thereof, which can be detected in the serum and/or urine and are ideal target
antigens for patient-specific immunotherapies.

Methods: Using phage particles as immunological carriers, we employed a novel chemically linked idiotype vaccine
in a clinical phase I/II trial including 15 patients with advanced multiple myeloma. Vaccines composed of purified
paraproteins linked to phage were manufactured successfully for each patient. Patients received six intradermal
immunizations with phage idiotype vaccines in three different dose groups.

Results: Phage idiotype was well tolerated by all study participants. A subset of patients (80% in the middle dose
group) displayed a clinical response indicated by decrease or stabilization of paraprotein levels. Patients exhibiting
a clinical response to phage vaccines also raised idiotype-specific immunoglobulins. Induction of a cellular immune
response was demonstrated by a cytotoxicity assay and delayed type hypersensitivity tests.

Conclusion: We present a simple, time- and cost-efficient phage idiotype vaccination strategy, which represents
a safe and feasible patient-specific therapy for patients with advanced multiple myeloma and produced promising
anti-tumor activity in a subset of patients.
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Background
Due to the prospect of effective tumor therapies with
minimal adverse events, anti-tumor vaccines have long
been investigated. A successful example is the passive
vaccination against B cell lymphoma with the anti-CD20
antibody rituximab [1]. However, rituximab targets
CD20 expressed not only on lymphoma cells but normal
B cells as well. A personalized active vaccination strategy
targeting a tumor-specific antigen may accomplish an
even better and more sustained therapeutic response.
An easily identifiable tumor-specific antigen, from

which a patient-specific vaccine could be generated, is
the variable region of the clonal immunoglobulin (idio-
type, Id) expressed on the surface of B cell cancers,
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being unique to each neoplastic B cell clone. However,
provoking sufficient immunogenicity of the Id, which
represents a tumor-specific antigen [2], but nevertheless
is a self-protein, is a still unmet challenge. Previously, Id
was usually coupled to a strong immunogenic carrier
protein, such as keyhole limpet hemocyanin (KLH), and
co-administered with immunostimulatory adjuvants,
such as granulocyte-monocyte colony stimulating factor
(GM-CSF) [3,4]. Despite encouraging preclinical results,
Id-based immunotherapy so far has given disappointing
outcomes in patients; i.e. clinical phase III studies aimed
at obtaining regulatory approval for Id-KLH vaccines
failed to reach their primary endpoints [5,6]. Utilizing
the immunogenic properties of the filamentous phage,
we previously demonstrated a superior immunogenicity
of a chemically linked Id-phage compared to Id-KLH
and a genetically engineered Id-phage in the preclinical
setting [7]. We here examine the therapeutic feasibility
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and tolerability of the chemically linked Id-phage in pa-
tients with advanced multiple myeloma (MM).

Methods
Multiple myeloma Id purification
Paraproteins were purified from serum and urine sam-
ples according to their heavy-chain isotype and subclass
employing protein A affinity chromatography followed
by ion exchange chromatography on an ÄKTA Purifier
10 using Unicorn 4.11 software (Amersham Biosciences,
Braunschweig, Germany) as described previously [7].
Briefly, serum (500 μl) was passed through 0.8 μm and
0.2 μm nitrocellulose filters equilibrated with 500 μl 20
mM tetra-sodium diphosphate buffer (pH 6.4; Merck,
Darmstadt, Germany) and bound to a HiTrap Protein A
HP/5 ml column (Amersham Biosciences). Individual
IgG fractions were eluted using a pH step gradient (100
mM sodium citrate/150 mM NaCl/pH 3.5; Merck), dia-
lyzed against 20 mM Tris/HCl/pH 8.5 and bound to
HiTrap Q-HP/5 ml column (Amersham Biosciences)
equilibrated with 20 mM Tris/HCl/pH 8.5 (Merck,
Darmstadt, Germany). Samples were eluted with 20 mM
Tris/1 M NaCl/pH 8.5 (Merck) using a linear salt gradi-
ent and the paraprotein was dialyzed against phosphate-
buffered saline (PBS; Invitrogen, Karlsruhe, Germany).
The purified paraprotein was sterile filtered through a
0.2 μm nitrocellulose.

Preparation of Id vaccines
The preparation of bacteriophages (M13K07, Amersham
Biosciences) at large scale was performed as described
previously [7]. Contaminating endotoxins were removed
by two-phase Triton X-114 separation as described else-
where [8,9], resulting in an endotoxin concentration of
< 1 unit/ml [7]. Chemically linked Id-phage was gener-
ated as described [7] by coupling purified paraproteins
to bacteriophages (50 mg/ml in PBS) with 0.1% (v/v)
glutaraldehyde/water and an Id protein/phage ratio of
1:10 (w/w). Phage vaccines were sterile filtered and filled
according to the work-flow by the pharmacy of the
Klinikum Innenstadt (Ludwig-Maximilians-Universität,
Munich). Sterility tests were performed according to
standard procedures by the Max von Pettenkofer-
Institut (Ludwig-Maximilians-Universität, Munich).

Safety and toxicity
Preclinical toxicity studies were performed in cooper-
ation with an independent partner (Bioservice Scientific
Laboratories GmbH, Planegg, Germany) in compliance
with the principles of Good Laboratory Practice. A wild-
type phage dosage of 10 ml/kg (rat, n = 6) and 50 ml/kg
body weight (mouse, n = 6) intraperitoneally and sub-
cutaneously resulted in no clinical signs of toxicity
throughout the observation period of 14 days. In New
Zealand white rabbits, intradermal and intramuscular
application (0.2 ml) provoked a slight acute reactionary
inflammatory heterophil cell response with moderate
hemorrhage detected in all rabbits (n = 14), lacking ne-
crosis or ulceration. Overall, histopathological responses
at the injection site were slight, suggesting that signifi-
cant toxicity would not occur in humans at this dosage.

Enzyme-linked immunosorbent assay (ELISA)
ELISA analyses were performed as described [7]. Detec-
tion antibodies (goat-anti-human IgG/IgG1/IgG2/IgG3/
IgG4) were purchased from Southern Biotech, Birming-
ham, USA.

Study design and participants
The clinical study was designed as a phase I/II trial pri-
marily addressing the feasibility and safety of phage Id
vaccinations in MM patients. The local Institutional Re-
view Board of the University of Munich approved the
study. This study was announced to the Paul-Ehrlich-
Institut (Langen, Germany) according to paragraph 40,
section 1, no. 6 AMG and the Government of Upper
Bavaria (Regierung Oberbayern, Germany) according to
paragraph 67, section 1, no. 6 AMG (Study-No.: MKI-
TR02/2002). All participants gave written informed con-
sent. Seventeen patients > 18 years of age suffering from
a terminal stage of MM (as defined by partial response
or relapsed disease more than three months after high
dose melphalan chemotherapy (at a dose between 140
and 200 mg/m2) and autologous stem cell transplant-
ation) were recruited within one year. Patients had
all undergone one or two high dose chemotherapies
followed by autologous stem cell transplantation. Fur-
ther treatment included lenalidomide, bendamustine,
cyclophosphamide, thalidomide or bortezomib. All pa-
tients had been treated with corticosteroids. Patients
received no chemotherapy, steroids or other myeloma-
related drugs three months prior to study enrolment.
Criteria for relapse were a M gradient < 2 g/dl that pro-
gressed less than 0.2 g/dl per month or an increase
of urine light chain excretion > 100 mg/24 hours within
one month. Further inclusion criteria were at least
one positive Multitest-Immigon test (Biosyn, Fellbach,
Germany), general condition according to Eastern Co-
operative Oncology Group performance status score < 2
(Karnowsky index ≥ 70%) and written informed consent.
Exclusion criteria were active infections or auto-

immune diseases, intake of thalidomide, lenalidomide,
interferon alpha, dexamethasone, hydrocortisone or
other immunosuppressive or non-approved drugs within
6 weeks prior to study inclusion; MM stage II or III ac-
cording to Salmon & Durie requiring therapy, extrame-
dullar myeloma, leukocyte count < 2,500/μl, CD45+ cell
count < 1200/μl, CD3+ cells < 700/μl, CD4+ cells < 500/μl,



Table 1 Baseline characteristics of the study participants

No. Gender Age Myeloma isotype Vaccination dose level

1 M 62 λ-light chain 0.25 mg

2 M 58 IgA1-κ/light chain 0.25 mg

3 M 56 IgG1-λ 0.25 mg

4 F 69 IgG1-λ 0.25 mg

5 F 59 IgG1-λ 0.25 mg

6 F 62 IgG1-κ 1.25 mg

7 F 50 IgG1-κ 1.25 mg

8 M 59 IgG1-κ 1.25 mg

9 M 57 IgG1-κ 1.25 mg

10 M 63 IgG1-λ 1.25 mg

11 M 52 IgG1-κ 2.5 mg

12 M 62 κ-light chain 2.5 mg

13 M 63 IgG1-κ 2.5 mg

14 F 60 IgG1-κ 2.5 mg

15 M 66 IgG1-κ 2.5 mg

Roehnisch et al. Journal of Translational Medicine 2014, 12:119 Page 3 of 11
http://www.translational-medicine.com/content/12/1/119
CD8+ cells < 200/μl, CD4+/CD8+ ratio < 1, hemoglobin
< 8 g/dl, heart failure, therapy-refractory hypertension,
therapy-refractory diabetes mellitus, chronic lung dis-
ease with a FeV1 < 50% or diffusion capacity < 50%, bili-
rubin > 2.0 mg/dl, liver transaminases > three times the
upper limit, glomerular filtration rate < 30 ml/min, pre-
vious organ transplantation other than autologous stem
cell transplantation, participation in another study, severe
mental disease or insufficient willingness to cooperate.
Two patients were excluded due to an infringement of the
eligibility criteria caused by active hepatitis and tumor-
related anemia.

Patient vaccination
Patients received a total of six intradermal immuniza-
tions with the phage-conjugated Id protein vaccine at
day 1, 7, 14 and week 4, 8 and 12. The vaccine dose was
0.25 mg for patients 1–5 and was subsequently escalated
to 1.25 mg for patients 6–10 and 2.5 mg for patients
11–15 as no serious adverse events were observed (equal
to 1 × 1011 – 2.5 × 1012 bacteriophages). Vaccine doses of
1 × 1010, 1 × 1011 and 5 × 1011 were previously tested
successfully in the murine BCL1 lymphoma model, with
the best anti-phage antibody response after application
of 5 × 1011 bacteriophages [7]. Each vaccine formulation
additionally contained 100 μg/m2 GM-CSF (Leukomax®,
Novartis) as adjuvant and 0.2 mg KLH (Immucothel®,
Biosyn Corporation, Carlsbad, CA, USA) as control
antigen. As cytokine adjuvant, 100 μg/m2 GM-CSF was
administered close to the vaccine injection site subcuta-
neously for three consecutive days after the vaccination. Fif-
teen patients were treated with at least three vaccinations.

Determination of cytotoxicity
Cytotoxic T lymphocyte (CTL) activity was determined
employing the single cell-based fluorogenic cytotoxicity
assay (CyToxiLux assay, OncoImmunin Inc, Gaithersburg,
USA). Freshly thawed peripheral blood mononuclear cells
(PBMCs), isolated by Ficoll-gradient centrifugation of hep-
arinized blood from MM patients obtained at different
times of vaccination, were used as effector cells. Bone
marrow cells obtained from the patient before vaccine
treatment were used as target cells. 1 ml of frozen bone
marrow target cells were rapidly thawed at 37°C, trans-
ferred to a reagent tube containing 9 ml of complete
RPMI, 10% (v/v) fetal calf serum, spun for 8 minutes at
1500 rpm, re-suspended in medium at 2 × 106/ml and in-
cubated with target cell marker at 1 μl/ml at 37°C for 1
hour, washed twice with a 10-fold volume of medium and
adjusted to 2 × 106 cells/ml. The effector PBMCs were
thawed and re-suspended (1 × 108/ml). Target cell suspen-
sion (100 μl) was dispensed with effector cells in effector-
target ratios of 50:1, 25:1, 12:1 and 5:1. Controls were
PBMCs and bone marrow cells alone adjusted with
medium to a final volume of 200 μl. After incubation for 2
hours at 37°C and 5% CO2, samples were subjected to cas-
pase substrate reaction for 30 minutes at 37°C. After
washing, the samples were analyzed by flow cytometry.

Delayed type hypersensitivity test
Phage Id vaccine, KLH, wild type phage and tumor Id
were injected intracutaneously at a dose of 20 μg each four
weeks after the last vaccination. The delayed type hyper-
sensitivity reaction was determined 48 hours after the
challenge by monitoring reddening, swelling and indur-
ation. An induration > 5 mm in diameter was considered
minor positive (“+”). An induration > 10 mm in diameter
was considered positive (“++”), an induration > 15 mm in
diameter was considered strongly positive (“+++”).

Skin biopsy
Patient 7 was chosen to undergo a skin biopsy of the site
of phage Id challenge, since this patient displayed a posi-
tive Id-related delayed type hypersensitivity reaction and
an Id-specific humoral response. Staining was performed
with hematoxylin-eosin and anti-CD8 (Dako GmbH,
Hamburg, Germany) and anti-CD4 (Novocastra, Berlin,
Germany) antibodies for immunohistochemistry analysis.

Results
Patient characteristics, toxicity and feasibility of phage Id
vaccine
The characteristics of the study participants are shown
in Table 1. All 15 vaccines were manufactured success-
fully within a mean production time of two weeks for
0.25 and 1.25 mg and three weeks for 2.5 mg vaccine
dosages. Phage vaccination was well tolerated with only
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minor and transient adverse events, such as skin irrita-
tion at the vaccine injection site and flu-like symptoms.
All observed adverse events are summarized in Additional
file 1. There was no dose-limiting toxicity at the three
dose levels tested.

Clinical response of patients vaccinated with phage Id
vaccine
Clinical response was determined by serum M gradient
and 24-hour light chain excretion measurement in pa-
tients identified as numbers 1–5, 6–10 and 11–15 re-
ceiving 0.25, 1.25 and 2.5 mg dosages of vaccine per
treatment, respectively. The patients’ individual M gradi-
ent and 24-hour light chain excretion are displayed in
Figure 1 and Table 2. A decrease or stabilization of para-
protein levels and/or 24-hour light chain excretion was
Figure 1 Clinical response of patients vaccinated with Id-phage. Parap
individual patient.
apparent during treatment course in 11 out of 15 patients
(patients 2, 3, 4, 5, 6, 7, 8, 9, 10, 13, 14). After vaccination
with 0.25 mg phage Id vaccine, reductions of paraprotein
levels were mainly observed during the first three weekly
immunizations (patients 3–5), whereas in one patients
suffering from IgA MM and treated with 0.25 mg phage
vaccines containing light chains, the level of IgA parapro-
tein decreased 65% during treatment and follow up (pa-
tient 2). In contrast to the 0.25 mg-group, in which only
two patients (patients 2 and 4) had stable paraprotein
levels after three months, four of five patients having re-
ceived the 1.25 mg vaccine dose displayed stable or re-
duced paraprotein concentrations in this time range
(patients 7–10). In the 2.5 mg group, one patient showed
reduction of paraprotein levels after treatment initiation
and stable levels during follow up (patient 13), whereas
rotein serum levels (black) and light chain excretion (gray) of each



Table 2 Paraprotein levels or 24-hour protein excretion in the urine before and after the vaccine treatment as well as
the lowest level during treatment (mg/dl)

No. 3 months before
vaccination

Immediately before
the first vaccination

Immediately after
the last vaccination

Lowest level
during treatment

3 months after
the last vaccination

1 1.57 3.43 8.19 3.43 -

2 0.51 0.64 0.36 0.36 0.30

3 1.57 3.43 4.01 3.30 5.75

4 1.17 1.26 1.11 0.99 1.23

5 0.54 1.07 1.86 1.03 2.27

6 1.10 1.46 1.91 1.20 2.45

7 1.61 1.99 1.78 1.45 2.12

8 0.55 0.43 0.58 0.34 0.57

9 1.51 1.66 1.46 1.20 1.46

10 1.68 1.79 1.42 1.22 1.66

11 0.89 1.35 2.43 1.20 1.88

12 2.84 3.54 3.99 3.54 5.40

13 1.90 1.65 1.67 1.29 1.81

14 1.17 1.46 1.81 1.17 2.34

15 1.07 1.40 1.90 1.33 -
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another patient experienced reduction of paraprotein con-
centrations after the first three immunizations, followed
by a re-rise of paraprotein levels thereafter (patient 14).
The remaining patients in this high dose group (patients
11, 12 and 15) exhibited no clinical response to the phage
Id vaccination.
Figure 2 shows the best clinical response of all patients

(A) and the relative changes of paraprotein levels during
treatment and follow up in each treatment group (B).
Patients in the 1.25 mg group displayed the best re-
sponse with the greatest drop of paraprotein levels
during treatment and the lowest paraprotein levels
Figure 2 Paraprotein changes during treatment and follow up. (A) Ma
changes of paraproteins during treatment and follow up. (I) Maximum drop o
88 days in the 0.25 mg group (range 6–148 days), 18 days in the 1.25 mg gro
days). (II) Paraprotein levels immediately after the last vaccination in relation t
paraprotein levels three months after the last vaccination in comparison to pa
immediately after and three months after the last vaccin-
ation in relation to paraprotein levels detected before
the first vaccination. However, these differences did not
reach statistical significance in the limited number of
study participants.

Humoral immune response of patients vaccinated with
phage Id vaccine
Anti-Id antibody levels and antibodies against the carrier
components KLH and phage were determined in patients
in the projected optimal 1.25 mg phage Id vaccine dosage
group (patients 6–10) over the time course of administration
ximum absolute paraprotein decrease of each patient. (B) Percental
f paraprotein levels during treatment; median time after first vaccination:
up (range 7–78 days) and 22 days in the 2.5 mg group (range 20–120
o paraprotein levels immediately before the first vaccination. (III) Relative
raprotein levels immediately before treatment.
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(Figure 3). Patients exhibiting a clinical response to
phage vaccines (patients 7–10) also raised tumor Id
specific immunoglobulins. Antibody titers as high as
1:25,000 and 1:90,000 were found in patients 7 and 10,
respectively. In this treatment group, 4 of 5 patients had
a detectable anti-Id response. Patient 6 did not clinically
respond to treatment and developed no measurable Id-
specific humoral response (data not shown).
Both the Id-specific (Figure 3B) and phage-specific

(Figure 3C) antibodies mainly comprised the IgG-
isotype subtypes IgG1 and to a lesser amount IgG3,
whereas IgG2 and IgG4 were only detectable in small
amounts.
All treated patients demonstrated high levels of phage-

specific antibodies (data not shown). The phage-specific
antibody response was dose-dependent and detectable as
early as 2 weeks after the first phage vaccination. In con-
trast, KLH-specific antibodies were only detectable in
80% of the patients. Furthermore, KLH-specific antibody
levels were approximately ten times lower and only de-
tectable two weeks later than phage-specific antibodies.
Figure 3D shows the results of patient 2, having received
0.25 mg phage Id vaccination. The results are represen-
tative for study participants having received 0.25 and
1.25 mg phage Id vaccination. Regarding the immuno-
globulin subtypes, a similar pattern with a predominant
IgG1 response was observed in KLH-specific and phage-
Figure 3 Anti-Id, anti-phage and anti-KLH-specific IgG responses. (A)
phage Id vaccine. Patients’ sera were obtained shortly before each vaccinat
antibodies. (B) Anti-Id specific immunoglobulin subtypes and anti-phage sp
immunization with 1.25 mg phage Id vaccine. The results are representativ
(patients 7–10). (D) Antibody response to KLH (left) and wild type phage (r
week 4, 8, 12). Results of patient 2, having received 0.25 mg phage Id vacc
specific antibodies as compared to Id-specific antibodies
(data not shown).

Cellular immune response of patients vaccinated with
phage Id vaccine
For measurement of cytotoxicity activity peripheral
blood mononuclear cells (PBMCs) were collected at day
1 or 4 weeks after the first vaccination of the 1.25 mg
phage vaccine dose from patient 7. These cells were used
as effector cells for comparison against bone marrow bi-
opsy samples containing MM target cells taken before
the first vaccination. Use of the CyToxiLux apoptosis de-
tection kit revealed that the PBMCs collected at 4 weeks
were able to kill target myeloma cells across all effector
to target cell ratios tested (Figure 4A), whereas PBMCs
obtained at day 0 exhibited a low cytotoxic activity. At
effector to target ratio 50:1, maximal lysis was 44% for
the 4 week phage vaccine-primed PBMCs versus only
11% for PBMCs isolated at day 1, demonstrating the
capacity of the phage idiotype vaccine to induce cyto-
toxic activity in a patient suffering from MM.
The patients’ cellular immune responses were further

examined by delayed type hypersensitivity (DTH) tests
against Id-phage, wildtype phage, myeloma Id protein
and KLH (Table 3). DTH response was determined 48
hours after application of the respective antigens. All
patients developed a strong DTH reaction against phage
Id-specific antibody response of patients 7–10 having received 1.25 mg
ion (day 1, 7, 14, 28, 56 and 84) and examined by ELISA using anti-Id
ecific immunoglobulin subtypes (C) in patient 7 at day 28 after
e for patients, who had raised and analyzed Id-specific antibodies
ight). Serum was taken shortly before each vaccination (day 1, 7, 14,
ination, are shown.



Figure 4 Cellular anti-tumor response. (A) Cytotoxic T lymphocyte (CTL) response in patient 7. Peripheral blood mononuclear cell cytotoxicity
was determined by flow cytometry analysis against bone marrow cells comprising MM cells using an apoptosis detection kit. Target cells were
taken from bone marrow biopsy samples from patient 7 before the first vaccination. PBMCs were collected 4 weeks after the first vaccination
with 1.25 mg phage Id vaccine. E:T: effector/target cell ratio. (B) Skin biopsy oft the site of phage Id challenge of patient 7. CD8+ (red), but no
CD4+ T cell infiltrate was demonstrated.
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Id vaccine, wild type phage and KLH antigen, manifested
by induration, redness and swelling at the site of chal-
lenge, whereas the reaction evoked against purified mye-
loma Id protein was weaker compared to the other
antigens. However, in two patients having received the
1.25 mg page vaccine dosage (patients 7 and 10), DTH
was unequivocally positive. Two more patients from the
1.25 mg-group displayed minor skin reactions indicating
a positive vaccine response (patients 8 and 9). In order
to characterize the type of infiltrating cells, a skin biopsy
was obtained from the site of the challenge of patient 7.
Immunohistochemical analysis revealed an infiltration of
neutrophils, macrophages and lymphocytes, the latter
representing CD8+ T cells (Figure 4B). In contrast, CD4+
Table 3 Results of the delayed-type hypersensitivity test;
n.d. not done

No. Phage-idiotype vaccine KLH Wild type phage Idiotype

1 +++ +++ +++ -

2 +++ +++ +++ -

3 +++ +++ +++ -

4 +++ +++ +++ -

5 +++ +++ +++ -

6 +++ +++ +++ -

7 +++ +++ +++ +

8 +++ +++ +++ +

9 +++ +++ +++ +

10 +++ +++ +++ ++

11 +++ +++ +++ -

12 +++ +++ +++ -

13 +++ +++ +++ +

14 +++ +++ +++ +

15 n.d. n.d. n.d. n.d.
T-cells and CD19+ B cells were not readily detectable as
part of the DTH response.

Discussion
The present phase I/II study is the first trial employing a
novel chemically linked phage-based Id vaccine targeting
MM. We demonstrate a fast method for generating
tumor-specific vaccinations with a maximal production
success rate. Endotoxins were efficiently removed from
phage preparations by an optimized purification protocol
[7,9,10] and the resulting phage vaccine compositions
could be readily employed in the vaccination studies.
Previous methods based on generating a hybridoma cell
line or PCR amplification of the Id from small numbers
of tumor cells are costly and have failure rates as high as
15% with long production times of 3 to 13 months to
vaccine completion [11,12].
We took advantage of the phage-inherent immuno-

genicity and the phage’s feature to allocate thousands of
well-defined sites available for chemical conjugation
[13]. The high molecular weight paraprotein was chem-
ically coupled to the phage surface at high density. Pre-
clinical exploration of the resulting phage vaccine
revealed a superior immunogenicity compared to KLH-
coupled Id and the genetically engineered phage express-
ing the Id on the major coat protein g8 [7]. In the
present study, the humoral response against phage was
raised earlier and more efficiently than against the well-
known KLH, which was used as control antigen. Thus,
although KLH-coupled Id still represents the gold stand-
ard for Id vaccinations and has been shown to provide
protection in the murine tumor challenge model [14,15],
chemically conjugated Id-phage may have the potential
of a superior immunogenicity.
So far, clinical trials employing active anti-Id vaccina-

tions were largely disappointing with mixed responses
[16]. Several phase I/II studies documented clinical response
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[11,17-22] with e.g. complete elimination of tumor cells
carrying the t(14;18) translocation in 8 out of 11 pa-
tients with minimal residual follicular lymphoma [3]. In
other studies, Id-KLH vaccines failed to elicit an anti-Id
immune response in more than half of the patients
[4,12,21]. In Id vaccine trials with myeloma patients
using Id-pulsed dendritic cells amongst others,
altogether about 55% of patients mounted an Id-specific
response and about 12% displayed a clinical response
[23,24]. Clinical response was difficult to evaluate in the
majority of studies, because vaccines were mostly con-
ducted in a state of minimal residual disease based on
the presumption derived from animal studies that vacci-
nations are more successful in a state of low tumor
burden, entailing that most patients had previously re-
ceived cytoreductive and immunosuppressive therapy
[16]. The present study was designed as clinical phase
I/II trial primarily serving to determine safety, toxicity
and initial response. As a consequence, patients allowed
to participate by the approval of the local ethics com-
mittee were patients with advanced disease suffering
from a relapse or partial remission after high dose
chemotherapy. Due to a high tumor load and subse-
quently impaired immune function in myeloma pa-
tients, for whom the bone marrow as the predominant
site of tumor growth progressively loses its ability to
procure a normal pool of immunological active cells,
these patients were not expected to respond to active
immunotherapy. Moreover, preclinical studies suggest
that high circulating paraprotein amounts are associated
with unresponsiveness to Id vaccination [25]. Neverthe-
less, treatment with the phage Id vaccine led to a clinical
response in several patients, reflected by a reduction or
stabilization of paraprotein levels. These effects were as-
sociated with the induction of anti-Id antibodies in 4 of
5 patients after vaccination with 1.25 mg phage vaccine,
whereas a further dose escalation to 2.5 mg did not in-
crease efficacy. The 2.5 mg dose group displayed a
weaker response than the 1.25 mg dose group, which we
rate as incidental finding due to the low patient number.
Remarkably, Id-specific antibodies were developed in
several patients despite the presence of high paraprotein
levels and despite the assumption that most of the
mounted anti-Id antibodies exist in patients’ sera in the
form of immune complexes bound to the serum para-
protein, emphasizing the superior immunogenicity of
the present phage vaccine formulation.
Besides the induction of Id-specific antibodies, cellular

immune response is of importance for an effective anti-
tumor response. In treatment-naive patients with indo-
lent B cell lymphoma, only cellular-mediated responses
correlated with superior progression-free survival and
durable objective remissions [26]. In MM patients, the
cellular immune response is especially crucial, since
myeloma cells secrete their tumor-specific immunoglob-
ulins and thus the anti-Id humoral immune response
may result in binding and neutralizing of anti-Id specific
antibodies by soluble paraproteins [27]. Accordingly, it
was found previously that reduction of circulating mye-
loma cells correlated with vaccine-induced Id-specific T
cell responses [28]. Thus, it is fundamental that phages
are able to be incorporated by antigen-presenting cells
and to induce not only a humoral, but also a cellular im-
mune response [29,30]. Uptake and processing of the
phage-coupled Id protein and subsequent presentation
via both the MHC I and II is likely. Antibody subtype
analysis in the phage-vaccinated patients revealed that
detected anti-Id antibodies comprised mainly the sub-
type IgG1 and to a lesser extend IgG3, suggesting that a
Th1-like T cell response is elicited by phage Id vaccin-
ation, since it is known that IgG1 and IgG3 isotypes pro-
mote antibody-dependent cellular cytotoxicity and
complement-dependent cytotoxicity [31]. This is consist-
ent with the fact that interferon-γ, a cytokine produced
by Th1 cells, enhances IgG1 production in humans [32].
The positive anti-Id specific skin reaction of patients dis-
playing an anti-Id specific humoral response confirms
the induction of a cellular immune response. Immuno-
histochemical analysis of the DTH lesions revealed an
infiltration of neutrophils, macrophages and lympho-
cytes, which were mainly CD8+ T cells, indicating that
Id-conjugated phage vaccines generate an effective cyto-
toxic T cell response.
It is still impossible to determine in advance which pa-

tients will respond to the costly Id vaccines. Naturally,
response to treatment depends on the immune response
generated towards the Id [33] and thus it is not surpris-
ing that only patients developing antibodies against their
own Id have shown benefit with regard to time to pro-
gression and overall survival in previous clinical studies
[16,33,34]. Accordingly, we demonstrate a correlation of
clinical response and anti-Id humoral immune response.
Additionally, the phage vaccine dose seemed to play a
role for induction of Id-specific antibodies. Furthermore,
another study including patients with follicular lymph-
oma found that the vaccine isotype of the fragment
crystallizable region may affect immunogenicity, as IgM-
Id-KHL improved disease-free survival, whereas IgG-Id-
KLH vaccination had no effect [6]. An explanation for
the latter finding may be that the fragment crystallizable
region of IgG has highly promiscuous MHC class II T
cell epitopes specifically activating regulatory T cells and
thus skewing immune response towards tolerance rather
than immunogenicity [35]. However, neither perform-
ance scores nor response to chemotherapy or percentage
of T cell subsets in tumor biopsy specimens were valid
markers to distinguish patients with or without anti-Id
response. It is also unlikely that the Id-specific immune
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response is only dependent on differences in immune
competency, because most patients mount a substantial
immune response to KLH [34], which was confirmed in
the present study.
While phage-specific antibodies were detectable in all

patients of the present study, only a subset of patients
developed anti-Id antibodies. Hence, Id immunogenicity
is still insufficient within this cohort of patients, which
was also reflected by a weaker skin reaction evoked by
purified myeloma Id protein in comparison to other an-
tigens. Further strategies to improve the Id immunogen-
icity are under investigation, but still have to prove
efficiency in the clinical setting. Phage may be further
optimized by design, for example by co-expression of
fragments or antigenic determinants promoting the up-
take of bacteriophages by dendritic cells [36]. On the
other hand, genetic removal or modification of immuno-
dominant regions of coat proteins was demonstrated to
focus and improve the epitope-specific immune response
by decreasing the antigen complexity of the phage
surface [37]. From a pathophysiological point of view,
strategies to overcome T cell tolerance by checkpoint
blockade inhibitors may be well suited for combination
with vaccinations. Cytotoxic T-lymphocyte antigen 4
(CTLA4) ligation is important for the immunosuppres-
sive function of regulatory T cells and anti-CTLA4 anti-
bodies produced encouraging results in melanoma
patients [38]. An alternative target is the PD-1/PD-L1
axis. PD-1 (programmed cell death protein 1) is expressed
by activated T cells and binds to its ligand PD-L1 that is
expressed on potential target cells, thereby rendering the
T cell unresponsive [39-41]. Expression of PD-1 and its li-
gands in the microenvironment of myeloma and recent
data indicating a role of the PD-1 pathway in the immune
evasion by myeloma cells make therapeutic PD-1/PD-L
inhibition an interesting option in multiple myeloma [42].
However, severe toxicities were reported after use of
checkpoint blockade inhibitors, including 23% grade 3 or
4 adverse effects, such as inflammatory colitis and hy-
pophysitis after use of anti-CTLA4 antibodies and car-
diomyopathy and lung infiltrations after application of
anti-PD-L1/PD-1 antibodies [38,43].

Conclusion
While refinements for increasing the immunogenicity of
the target Id may still be needed, we conclude from our
data that myeloma Id paraproteins chemically conju-
gated to phage particles appear to be suitable for use as
vaccines and capable of evoking tumor-specific immune
responses. The current study demonstrates the feasibility
to rapidly create tumor-specific phage vaccines for each
individual patient. The present data may be helpful and
encouraging for the design of larger clinical trials involv-
ing MM patients, preferably earlier in their disease
course, e.g. during first remission, when the immune
function is not yet severely impaired by extensive clonal
plasma cell proliferation and multiple chemotherapies
and thus a better response to active vaccination can be
expected.

Additional file

Additional file 1: Adverse events observed in patients after phage
Id vaccination.

Abbreviations
CTLA4: Cytotoxic T-lymphocyte antigen 4; DTH: Delayed type
hypersensitivity; ELISA: Enzyme-linked immunosorbent assay; g3: Minor coat
protein g3; g8: Major coat protein g8; GM-CSF: Granulocyte-monocyte
colony stimulating factor; Id: Idiotype; Ig: Immunoglobulin; KLH: Keyhole
limpet hemocynanin; M: Mol/liter; MHC: Major histocompatibility complex;
MM: Multiple myeloma; NaCl: Sodium chloride; n. d: Not done;
PBS: Phosphate-buffered saline; rpm: Round per minute; PBMCs: Peripheral
blood mononuclear cells; PD-1: Programmed cell death protein 1;
s.c: Subcutaneously.

Competing interests
The authors declare that they have no competing interests.

Authors’ contributions
TR conceived of the study, planned its design and coordination and
analyzed the data. CT analyzed the data and wrote the manuscript. WN
participated in the design of the study, analyzed the data and helped to
draft the manuscript. CB performed parts of the experiments. TB analyzed
the data and helped to draft the manuscript. MD and TB participated in the
data collection and analysis. MF analyzed the data. CB performed parts of
the experiments and analyzed the data. FO planned the study design,
managed and coordinated the process of data analysis and drafting of the
manuscript. All authors read and approved the final manuscript.

Acknowledgements
We thank Stefan Endres for critical reading of the manuscript and Beata Rutz
for excellent technical support.

Author details
1Division of Hematology and Oncology, Medizinische Klinik und Poliklinik IV,
Klinikum der Universität München, Munich, Germany. 2Division of
Endocrinology and Diabetology, Medizinische Klinik und Poliklinik IV,
Klinikum der Universität München, Munich, Germany. 3Helmholtz Zentrum
München, Deutsches Forschungszentrum für Gesundheit und Umwelt,
Munich, Germany. 4Maître de conférences (MCF) - Université de Strasbourg,
Unité UMR Biotechnologie et Signalisation Cellulaire, Strasbourg, France.
5Dermatologische Klinik der Universität München, Munich, Germany.
6Université de Fribourg, Département de Médecine, Chair of Pharmacology,
Fribourg, Switzerland.

Received: 13 February 2014 Accepted: 29 April 2014
Published: 9 May 2014

References
1. Maloney DG: Anti-CD20 antibody therapy for B-cell lymphomas. N Engl J

Med 2012, 366:2008–2016.
2. Lopez-Requena A, Burrone OR, Cesco-Gaspere M: Idiotypes as

immunogens: facing the challenge of inducing strong therapeutic
immune responses against the variable region of immunoglobulins.
Front Oncol 2012, 2:159.

3. Bendandi M, Gocke CD, Kobrin CB, Benko FA, Sternas LA, Pennington R,
Watson TM, Reynolds CW, Gause BL, Duffey PL, Jaffe ES, Creekmore SP,
Longo DL, Kwak LW: Complete molecular remissions induced by patient-
specific vaccination plus granulocyte-monocyte colony-stimulating factor
against lymphoma. Nat Med 1999, 5:1171–1177.

http://www.biomedcentral.com/content/supplementary/1479-5876-12-119-S1.docx


Roehnisch et al. Journal of Translational Medicine 2014, 12:119 Page 10 of 11
http://www.translational-medicine.com/content/12/1/119
4. Weng WK, Czerwinski D, Timmerman J, Hsu FJ, Levy R: Clinical outcome of
lymphoma patients after idiotype vaccination is correlated with humoral
immune response and immunoglobulin G Fc receptor genotype. J Clin
Oncol 2004, 22:4717–4724.

5. Bendandi M: Idiotype vaccines for lymphoma: proof-of-principles and
clinical trial failures. Nat Rev Cancer 2009, 9:675–681.

6. Schuster SJ, Neelapu SS, Gause BL, Janik JE, Muggia FM, Gockerman JP,
Winter JN, Flowers CR, Nikcevich DA, Sotomayor EM, McGaughey DS, Jaffe
ES, Chong EA, Reynolds CW, Berry DA, Santos CF, Popa MA, McCord AM,
Kwak LW: Vaccination with patient-specific tumor-derived antigen in first
remission improves disease-free survival in follicular lymphoma.
J Clin Oncol 2011, 29:2787–2794.

7. Roehnisch T, Then C, Nagel W, Blumenthal C, Braciak T, Donzeau M, Bohm
T, Bourquin C, Oduncu F: Chemically linked phage idiotype vaccination in
the murine B cell lymphoma 1 model. J Transl Med 2013, 11:267.

8. Bordier C: Phase separation of integral membrane proteins in Triton
X-114 solution. J Biol Chem 1981, 256:1604–1607.

9. Paschen A, Song M, Osen W, Nguyen XD, Mueller-Berghaus J, Fink D,
Daniel N, Donzeau M, Nagel W, Kropshofer H, Schadendorf D:
Detection of spontaneous CD4+ T-cell responses in melanoma
patients against a tyrosinase-related protein-2-derived epitope
identified in HLA-DRB1*0301 transgenic mice. Clin Cancer Res 2005,
11:5241–5247.

10. Donzeau M, Bauersachs S, Blum H, Reichelt P, Rohnisch T, Nagel W:
Purification of His-tagged hybrid phage antibody. Anal Biochem 2006,
352:154–156.

11. Redfern CH, Guthrie TH, Bessudo A, Densmore JJ, Holman PR, Janakiraman
N, Leonard JP, Levy RL, Just RG, Smith MR, Rosenfelt FP, Wiernik PH, Carter
WD, Gold DP, Melink TJ, Gutheil JC, Bender JF: Phase II trial of idiotype
vaccination in previously treated patients with indolent non-Hodgkin’s
lymphoma resulting in durable clinical responses. J Clin Oncol 2006,
24:3107–3112.

12. Timmerman JM, Vose JM, Czerwinski DK, Weng WK, Ingolia D, Mayo M,
Denney DW, Levy R: Tumor-specific recombinant idiotype immunisation
after chemotherapy as initial treatment for follicular non-Hodgkin
lymphoma. Leuk Lymphoma 2009, 50:37–46.

13. Van Houten NE, Zwick MB, Menendez A, Scott JK: Filamentous phage as
an immunogenic carrier to elicit focused antibody responses against a
synthetic peptide. Vaccine 2006, 24:4188–4200.

14. Kaminski MS, Kitamura K, Maloney DG, Levy R: Idiotype vaccination against
murine B cell lymphoma. Inhibition of tumor immunity by free idiotype
protein. J Immunol 1987, 138:1289–1296.

15. Caspar CB, Levy S, Levy R: Idiotype vaccines for non-Hodgkin’s lymphoma
induce polyclonal immune responses that cover mutated tumor
idiotypes: comparison of different vaccine formulations. Blood 1997,
90:3699–3706.

16. Houot R, Levy R: Vaccines for lymphomas: idiotype vaccines and beyond.
Blood Rev 2009, 23:137–142.

17. Kwak LW, Campbell MJ, Czerwinski DK, Hart S, Miller RA, Levy R: Induction
of immune responses in patients with B-cell lymphoma against the
surface-immunoglobulin idiotype expressed by their tumors. N Engl J
Med 1992, 327:1209–1215.

18. Bertinetti C, Zirlik K, Heining-Mikesch K, Ihorst G, Dierbach H, Waller CF,
Veelken H: Phase I trial of a novel intradermal idiotype vaccine in
patients with advanced B-cell lymphoma: specific immune responses
despite profound immunosuppression. Cancer Res 2006, 66:4496–4502.

19. Barrios Y, Cabrera R, Yanez R, Briz M, Plaza A, Fores R, Fernandez MN,
Diaz-Espada F: Anti-idiotypic vaccination in the treatment of low-grade
B-cell lymphoma. Haematologica 2002, 87:400–407.

20. Hsu FJ, Benike C, Fagnoni F, Liles TM, Czerwinski D, Taidi B, Engleman EG,
Levy R: Vaccination of patients with B-cell lymphoma using autologous
antigen-pulsed dendritic cells. Nat Med 1996, 2:52–58.

21. Hsu FJ, Caspar CB, Czerwinski D, Kwak LW, Liles TM, Syrengelas A,
Taidi-Laskowski B, Levy R: Tumor-specific idiotype vaccines in the
treatment of patients with B-cell lymphoma–long-term results of a
clinical trial. Blood 1997, 89:3129–3135.

22. Timmerman JM, Czerwinski DK, Davis TA, Hsu FJ, Benike C, Hao ZM, Taidi B,
Rajapaksa R, Caspar CB, Okada CY, van Beckhoven A, Liles TM, Engleman EG,
Levy R: Idiotype-pulsed dendritic cell vaccination for B-cell lymphoma:
clinical and immune responses in 35 patients. Blood 2002, 99:1517–1526.
23. Abdalla AO, Hansson L, Eriksson I, Nasman-Glaser B, Rossmann ED, Rabbani
H, Mellstedt H, Osterborg A: Idiotype protein vaccination in combination
with adjuvant cytokines in patients with multiple myeloma–evaluation
of T-cell responses by different read-out systems. Haematologica 2007,
92:110–114.

24. Titzer S, Christensen O, Manzke O, Tesch H, Wolf J, Emmerich B, Carsten C,
Diehl V, Bohlen H: Vaccination of multiple myeloma patients with
idiotype-pulsed dendritic cells: immunological and clinical aspects.
Br J Haematol 2000, 108:805–816.

25. Bogen B, Schenck K, Munthe LA, Dembic Z: Deletion of idiotype
(Id)-specific T cells in multiple myeloma. Acta Oncol 2000, 39:783–788.

26. Navarrete MA, Heining-Mikesch K, Schuler F, Bertinetti-Lapatki C, Ihorst G,
Keppler-Hafkemeyer A, Dolken G, Veelken H: Upfront immunization with
autologous recombinant idiotype Fab fragment without prior
cytoreduction in indolent B-cell lymphoma. Blood 2011, 117:1483–1491.

27. Treon SP, Raje N, Anderson KC: Immunotherapeutic strategies for the
treatment of plasma cell malignancies. Semin Oncol 2000, 27:598–613.

28. Abdalla AO, Kokhaei P, Hansson L, Mellstedt H, Osterborg A: Idiotype
vaccination in patients with myeloma reduced circulating myeloma cells
(CMC). Ann Oncol 2008, 19:1172–1179.

29. De Berardinis P, Sartorius R, Fanutti C, Perham RN, Del Pozzo G, Guardiola J:
Phage display of peptide epitopes from HIV-1 elicits strong cytolytic
responses. Nat Biotechnol 2000, 18:873–876.

30. Gaubin M, Fanutti C, Mishal Z, Durrbach A, De Berardinis P, Sartorius R, Del
Pozzo G, Guardiola J, Perham RN, Piatier-Tonneau D: Processing of
filamentous bacteriophage virions in antigen-presenting cells targets
both HLA class I and class II peptide loading compartments. DNA Cell Biol
2003, 22:11–18.

31. Natsume A, Niwa R, Satoh M: Improving effector functions of antibodies
for cancer treatment: Enhancing ADCC and CDC. Drug Des Devel Ther
2009, 3:7–16.

32. Kawano Y, Noma T, Yata J: Regulation of human IgG subclass production
by cytokines. IFN-gamma and IL-6 act antagonistically in the induction
of human IgG1 but additively in the induction of IgG2. J Immunol 1994,
153:4948–4958.

33. Weng WK, Czerwinski D, Levy R: Humoral immune response and
immunoglobulin G Fc receptor genotype are associated with better
clinical outcome following idiotype vaccination in follicular lymphoma
patients regardless of their response to induction chemotherapy.
Blood 2007, 109:951–953.

34. Ai WZ, Tibshirani R, Taidi B, Czerwinski D, Levy R: Anti-idiotype antibody
response after vaccination correlates with better overall survival in
follicular lymphoma. Blood 2009, 113:5743–5746.

35. De Groot AS, Moise L, McMurry JA, Wambre E, Van Overtvelt L, Moingeon P,
Scott DW, Martin W: Activation of natural regulatory T cells by IgG
Fc-derived peptide “Tregitopes”. Blood 2008, 112:3303–3311.

36. Sartorius R, Bettua C, D’Apice L, Caivano A, Trovato M, Russo D, Zanoni I,
Granucci F, Mascolo D, Barba P, Del Pozzo G, De Berardinis P: Vaccination
with filamentous bacteriophages targeting DEC-205 induces DC
maturation and potent anti-tumor T-cell responses in the absence of
adjuvants. Eur J Immunol 2011, 41:2573–2584.

37. Van Houten NE, Henry KA, Smith GP, Scott JK: Engineering filamentous
phage carriers to improve focusing of antibody responses against
peptides. Vaccine 2010, 28:2174–2185.

38. Hodi FS, O’Day SJ, McDermott DF, Weber RW, Sosman JA, Haanen JB,
Gonzalez R, Robert C, Schadendorf D, Hassel JC, Akerley W, van den
Eertwegh AJ, Lutzky J, Lorigan P, Vaubel JM, Linette GP, Hogg D,
Ottensmeier CH, Lebbé C, Peschel C, Quirt I, Clark JI, Wolchok JD, Weber JS,
Tian J, Yellin MJ, Nichol GM, Hoos A, Urba WJ: Improved survival with
ipilimumab in patients with metastatic melanoma. N Engl J Med 2010,
363:711–723.

39. Keir ME, Butte MJ, Freeman GJ, Sharpe AH: PD-1 and its ligands in
tolerance and immunity. Annu Rev Immunol 2008, 26:677–704.

40. Kooi S, Zhang HZ, Patenia R, Edwards CL, Platsoucas CD, Freedman RS:
HLA class I expression on human ovarian carcinoma cells correlates with
T-cell infiltration in vivo and T-cell expansion in vitro in low
concentrations of recombinant interleukin-2. Cell Immunol 1996,
174:116–128.

41. Hamanishi J, Mandai M, Iwasaki M, Okazaki T, Tanaka Y, Yamaguchi K,
Higuchi T, Yagi H, Takakura K, Minato N, Honjo T, Fujii S: Programmed cell



Roehnisch et al. Journal of Translational Medicine 2014, 12:119 Page 11 of 11
http://www.translational-medicine.com/content/12/1/119
death 1 ligand 1 and tumor-infiltrating CD8+ T lymphocytes are
prognostic factors of human ovarian cancer. Proc Natl Acad Sci USA 2007,
104:3360–3365.

42. Atanackovic D, Luetkens T, Kröger N: Coinhibitory molecule PD-1 as a
potential target for the immunotherapy of multiple myeloma.
Leukemia 2013, doi: 10.1038/leu.2013.310.

43. Mellman I, Coukos G, Dranoff G: Cancer immunotherapy comes of age.
Nature 2011, 480:480–489.

doi:10.1186/1479-5876-12-119
Cite this article as: Roehnisch et al.: Phage idiotype vaccination: first
phase I/II clinical trial in patients with multiple myeloma. Journal of
Translational Medicine 2014 12:119.
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
	Conclusion

	Background
	Methods
	Multiple myeloma Id purification
	Preparation of Id vaccines
	Safety and toxicity
	Enzyme-linked immunosorbent assay (ELISA)
	Study design and participants
	Patient vaccination
	Determination of cytotoxicity
	Delayed type hypersensitivity test
	Skin biopsy

	Results
	Patient characteristics, toxicity and feasibility of phage Id vaccine
	Clinical response of patients vaccinated with phage Id vaccine
	Humoral immune response of patients vaccinated with phage Id vaccine
	Cellular immune response of patients vaccinated with phage Id vaccine

	Discussion
	Conclusion
	Additional file
	Abbreviations
	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


