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Abstract. Aim: Treatment options are limited in uterine
cancer, leading to a poor prognosis. Overexpression of
Wilms’ tumor gene 1 (WTI1), the highest ranked tumor
antigen, is attractive for immunotherapy. Patients and
Methods: Six pre-treated patients with uterine cancer
received four weekly vaccines of autologous dendritic cells
(DCs) electroporated with WT1 mRNA. Safety, feasibility and
immunogenicity were assessed. In cases of response, patients
received monthly booster vaccines. Results: The technique
was feasible. One patient had a local allergic reaction. Three
out of four Human Leucocyte Antigen-A2 (HLA-A2)-positive
patients showed an oncological response; an enrichment of
WT1-specific T-cells was observed in two of them. Two HLA-
A2-negative patients did not show an oncological or an
immunological response. Conclusion: A first series of six
patients with uterine cancer treated with WT1 mRNA-
electroporated DCs is presented herein. Oncological and
immunological responses were observed and are supportive
for further research.

Uterine tumors can be sub-divided into endometrial carcinomas
and uterine sarcoma. With the standard treatments, prognosis
remains poor for those with higher-stage disease with 5-year
survival ranging from 5 to 40% in carcinoma (depending on
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the subtype) and 10% in sarcoma. Therefore, better treatment
modalities are needed and should be explored (1, 2).

Wilms’ tumor gene 1 (WTI), located on chromosome
11p13, is overexpressed in several hematological and solid
malignancies (3). The oncogenic role of WT/ and its
correlation with a malignant phenotype has especially been
reported for acute myeloid leukemia. Additional studies also
indicate a role in the initiation phase of malignant diseases
(4). In several studies, WT1 expression in uterine carcinoma
was examined and approximately 20% of these tumors were
positive for WT1 (5). In addition to WT1 expression in tumor
cells, WT1 expression in intratumoral endothelial cells may
also serve as a relevant target for immunotherapy. When
taking into account WT1 expression in these intratumoral
endothelial cells, the percentage of uterine carcinomas with
WT1 expression rises to 72% (5). For sarcomas, our group
has demonstrated the presence of WT1 in 63% of high-grade
sarcomas to correlate its
overexpression to a deterioration of the prognosis in high-
grade uterine sarcoma (6, 7). WT1 has been ranked as the
most important tumor-associated antigen (8), making it an

and we were also able

attractive target for immunotherapy. Since 2004, several
clinical case reports and studies have been published on WT1
immunotherapy. Most commonly, a modified WT1 peptide is
injected to elicit a WT1-specific T-cell response. Vaccination
with autologous dendritic cells (DCs) loaded with WTI1
peptides is another means to establishing such a response. To
date, 78 cases of solid tumors [including eight uterine tumors
(9-11)] and 82 hematological malignancies have been the
subject of a total of 23 studies and case reports, with a
clinical response to WT1 in 54% of cases (3). One of the
obstacles for the use of synthetic peptides is that patient
accrual is limited to patients with the specific Human
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Leucocyte Antigen (HLA) type, for which the peptide is
restricted. One means that would allow WTI-targeted
immunotherapy for patients regardless of their HLA-type, is
transfection of WT'/ mRNA into DCs to achieve transient
expression and subsequent presentation of antigenic epitopes.
The in vitro work of several laboratories has suggested that
mRNA transfection is an effective, if not superior, method of
generating immunostimulatory DCs (12-15). Our research
groups developed the technique of DC immunotherapy in the
context of high-grade glioma (16-19), acute myeloid leukemia
(20) and endometrial carcinoma (10). In the present phase I/II
trial, we wanted to treat the first six uterine cancer patients
with WT'l mRNA-dendritic cell immunotherapy.

Patients and Methods

Study design. Following the first patient with endometrial carcinoma
to be treated with WT'/ mRNA-electroporated mature DCs (DCm-
WT1-RNA) by our group (10), we initiated a phase I/II trial, approved
by the Institutional Ethical Commission (EudraCT 2009-016868-37).
This was a single-arm, pilot clinical trial in patients with end-stage
uterine cancer, carried out in a single institution (University Hospital
Leuven, Belgium). DCm-WT/-RNA was administered as four weekly
intradermal injections in imiquimod-treated skin in the groins of the
patients. Imiquimod was applied one night before and two nights after
vaccination. Patients with disease stabilization or regression received
further individually designed vaccinations with DCm-WT7/-RNA until
disease progression. The primary study end-points were to evaluate
the feasibility, toxicity and tumor response rate according to Response
Evaluation Criteria in Solid Tumors (RECIST) (21). Since this was
an exploratory study, no pre-defined statistical hypothesis was used.
Secondary end-points were the assessment of the in vivo induced
immune response and the molecular response of the tumor marker
Cancer Antigen 125 (CA125).

Vaccination protocol. For both the first HLA-A2-positive (Table I)
and HLA-A2-negative (Table II) patients, the DCm-WT/-RNA
vaccine was manufactured as described earlier (10). For the other
patients, vaccines were prepared with a closed culture methodology.
In brief, after leukapheresis, monocytes were purified by elutriation
(Elutra®; Terumo BCT, Lakewood, Co, USA) and cultured in closed
cell culture bags (CellGenix, Freiburg, Germany). Cytokines for
differentiation and maturation as well as W7/ mRNA
electroporation conditions were unchanged. DCm-WT/-RNA were
frozen in liquid nitrogen. For each injection, a sample was thawed.
Although no autoimmune reactions have been reported so far in
literature (22), a clinical examination was performed at each
vaccination time point and a questionnaire regarding side-effects
was completed by the patients. The grading of adverse events was
based upon the National Cancer Institute toxicity scale
(http://evs.nci.nih.gov/ftpl/CTCAE/CTCAE_4.03_2010-06-
14_QuickReference_5x7.pdf).

Immunological response assessment. The immune status and response
were assessed at the time of the first vaccine administration (baseline)
and at the time of the fourth vaccination (post V3). For patients
receiving boost vaccines, additional blood samples were collected
when feasible. Peripheral blood mononuclear cells (PBMCs) were
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isolated for further analysis. For HLA-A2-positive patients (except for
patient 1), T-cells recognizing the WT1,,¢ 134 HLA-A*0201-restricted
epitope (RMFPNAPYL) were measured using tetramer staining. These
T-cells were detected by flow cytometry using a combination of
phycoerythrin (PE)-labeled WT1 or influenza tetramers (Glycotope
Biotechnology, Heidelberg, Germany), fluorescein isothiocyanate
(FITC)-labeled anti-cluster of differentiation 8 (CD8) (BD
Biosciences, San Jose, CA, USA) and Peridinin Chlorophyll Protein
Complex Cyanine 5.5 (PerCp-Cy5.5)-labeled anti-CD3 (Biolegend,
San Diego, CA, USA). At the same time, Natural Killer (NK) cells
were measured using PE-conjugated anti-CD161 (Biolegend), PerCp-
Cy5.5 conjugated anti-CD16 (BD Biosciences) and PE-Cy7
conjugated anti-CD56 (Biolegend). The determination of WT1-specific
T-cells in the first HLA-A2-positive patient was slightly different, as
described and published earlier (10). For HLA-A2-negative patients,
WT1-specific T-cells were detected using the CD137 assay. In brief,
thawed PBMCs were incubated overnight with an overlapping peptide
mixture covering WT1 (PepTivator; Miltenyi Biotec, Bergisch
Gladbach, Germany) according to the manufacturer’s instructions.
After 24 h incubation, cells were analyzed by flow cytometry using
FITC-labeled anti-CD4 (BD Biosciences), PE-labeled anti-CD137 (BD
Biosciences), PerCp-Cy5.5-labeled anti-CD3 (Biolegend) and
Allophycocyanin-Hilite 7 (APC-H7)-labeled anti-CD8 (BD
Biosciences). The culture supernatant was stored at -20°C for cytokine
quantification using the BD Cytometric Bead Array (BD Biosciences)
according to the manufacturer’s instructions.

Oncological outcome assessment. Clinical response was measured
by CA125 analysis in case of endometrial carcinoma and by
computed tomography (CT) prior to vaccination, after four
sequential vaccines and upon clinical indication once booster
vaccines were given, according to the RECIST criteria.

Results

Patients’ characteristics. Patients’ characteristics are
presented in Tables I and II. Patients were pre-treated with a
mean of four therapies (range two to six). Patient 5 was 76
years old and presented with stage I leiomyosarcoma (LMS).
She was operated twice, refused subsequent chemotherapy,
but preferred non-invasive immunotherapy because of her
age. Patient 4, also with stage I LMS, experienced relapse
after surgery and chemotherapy, and specifically requested
immunotherapy. The case of the first HLA-A2-positive
patient (patient 1) has been published separately (10).

Vaccine characteristics. The numbers of DCs administered
per vaccine are listed in Tables I and II. Preparation of the
DC vaccines was feasible for all patients. Quality of the DCs
was comparable to published data (16-19). The fourth HLA-
A2-positive patient had a special booster regimen. Since she
showed a mixed response after four weekly vaccines (stable
disease in most of the metastases but progression of the lung
lesions), four subsequent DC vaccines, loaded with WT1
mRNA and tumor lysate, obtained from a resected growing
lung metastasis, were administered. The lysate was prepared
as described before (16).
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Table 1. Clinical characteristics of HLA-A2-positive patients

Patient number

1 2 3 4
General characteristics
Age, years 46 50 63 48
Cancer subtype Serous endometrial carcinoma  Leiomyosarcoma Serous endometrial carcinoma Leiomyosarcoma
Stage v v IIlc I
Number of previous
therapy regimens 5 5 4 2

Vaccine characteristics
Number and frequency of vaccines 4 (V1-V4: weekly)

Antigens loaded on DCs WT1 mRNA

Number of injected DCs 7.6x10° (range

6x100 — 8.8x100)

Clinical characteristics At V1 At V4 At V1 At V4
Karnofsky Performance

Score 60 50 90 90
HQLE 3 3 6 6

Oncologic outcome Before V1 Post V4 Before V1

Radiological status

(CT scan) PD PD PR SD
CA125 (kU/) 4980 4675 NA NA
Immune response At V1 At V4
WT1-specific T-cells (%) 0.09 0.26
NK cells (CD161*
CD56dim CD16%) (%) NA NA
Subsequent therapy (after
immunotherapy stop)
Paclitaxel-
Survival carboplatin 18x
PFS with immunotherapy (months) 0

Survival after end of
immunotherapy (months)
OS (months)

10
36

6 (V1-V4: weekly;
V5-V6: monthly)

21.5x10° (range
13.6x106 — 31.6x100)

4 (V1-V4: weekly) 8 (V1-V4: weekly;
V5-V8: weekly)
V1-V4: WT1 mRNA;
V5-V8: WT1 mRNA +
lysate of progressive
lung metastasis
8.78x100 (range
4.9x10° — 20.9x100)

WTI mRNA WT1 mRNA

17.11x10° (range
8x100 — 21.75x100)

At V6 At V1 At V4 At V1 At V4 At V8
80 NAV 60 90 90 90
5 3 3 6 6 7
Post V4 Post V6 Before V1 Post V4 Before V1 Post V4 Post V8
PD PD PD PD Mixed response ~ PD
NA 2336 3516 NA NA NA
At V1 At V4 AtVl AtV3 AtV5 AtVS8
2.63 1.19 0.35 0.6 0.19 0.25
5.56 15.7 12.5 6.11 4.08 433
Epirubicin- NA Radiotherapy lung
dacarbazine 2x and Trabectedin
3 0 2
4 1 4
43 34 22

HQLE: Health and Quality of Life Estimation, On a scale ranging from 1 (very poor) to 7 (excellent); PES: progression-free survival; OS: overall
survival; V#: vaccination #; PD: progressive disease; CT: computed tomography; NA: not applicable; NAV: not available.

Toxicity. All patients showed redness at the sites of injection.
Patient 5 had a local allergic reaction to the imiquimod
cream. For this patient, imiquimod was not used for
vaccinations 3 and 4 (V3 and V4) but was replaced by the
addition of 20 ug/ml prostaglandin E2 (Pharmacia, Puurs,
Belgium) to the maturation mix at day 6 of the DC culture.
Clinical and oncological outcome. The condition (Karnofsky
score and general health status) did not deteriorate in any of
the patients during the immunotherapy procedure. Out of the
HLA-A2-positive patients, patient 1 showed a transient

molecular response after four vaccines and patients 2 and 4
showed a radiological response, as indicated in Table I,
which was not maintained with booster vaccines. The HLA-
A2-negative patients both experienced disease progression
(Table II). Out of those with end-stage disease (patients 1, 2,
3 and 6), an oncological response was observed in patients
1 and 2. They both received subsequent chemotherapy
leading to survival which was remarkably longer than for the
two other patients who did not receive further chemotherapy
(patient 1 and 2 vs patient 3 and 6).
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Table II. Clinical characteristics of HLA-A2-negative patients.

Patient number

5 6
General characteristics
Age, years 76 64
Cancer subtype Leiomyosarcoma Serous endometrial carcinoma
Stage 1 I
Number of previous
therapy regimens 2 6
Number of injected DCs
(V1-V4)

5.9x100 (range: 1.12x100-12.24x109)

Clinical outcome At V1
Karnofsky Performance

Score 80
HQLE 5
Oncologic outcome Before V1
Radiological status

(CT scan) PD

Immune response At V1
NK cells (CD161+ CD56dim CD16%) (%) 19.02
CDS8*CDI137* T cells (%) 7.0
CD4+CD137+ T cells (%) 3.0
IL-2 , IL-10, IFN-y, TNF-a (fg/ml) -°

Survival

PFS with immunotherapy (months) 0
Survival after end of immunotherapy (months) 3
OS (months) 20

At V3
16.35 - 8.29

1.667 -

10.1x106 (range: 7.3%100-13.5%100)

At V4 At V1 At V4
90 50 50
5 2 2

Post V4

Before V1 Post V4

PD PD PD
At V1 At V3 Fold increase
7.84 -

- 2.567 1.175 -
1.543 03 -

Fold increase

0

42

HQLE: Health and Quality of Life Estimation, on a scale ranging from 1 (very poor) to 7 (excellent); PFS: progression-free survival; OS: overall
survival; V#: vaccination #; PD: progressive disease; CT: computed tomography; NA: not applicable; IL: interleukin; IFN: interferon; TNF: tumor

necrosis factor. °all values below detection levels.

Immunological response analysis. As shown in Table I, three
out of four HLA-A2-positive patients showed an
immunological response (enrichment of WT1-specific T-cells
in patient 1 and 4; increase in NK cells in patient 3) after
three vaccinations, which matched an oncological response
in two of them. Unfortunately, material was lost for patient 2
due to a technical error. Because patient 4 had a unique
immunotherapy regimen, cytokines and the CD137 assay
were also analyzed (Table III). When vaccination 4 (V4) was
compared to vaccination 1 (V1), the enrichment of
CD8*CD137" and CD4*CD137* T-cells and the increase in
Interleukin-2 (IL-2) and IL-10 was in line with the
enrichment of WT1-specific T-cells. When patient 4 received
four additional vaccinations, no significant immune
responses were noted. Tumor in this patient had progressed
at that time. The HLA-A2-negative patients showed no
immunological response, which matched the absence of any
oncological response.
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Discussion

We present the first series of six patients with uterine cancer
treated with autologous DCs loaded with W7/ mRNA. This
approach was feasible and well-tolerated by the patients. The
only side-effect was the allergic reaction to the imiquimod
cream in one patient. A transient oncological (patient 1, 2, 4)
and immunological (patient 1, 3, 4) reaction was seen in three
patients after four vaccinations, all of them HLA-A2-positive.
In two of them, the oncological and immunological responses
matched. When receiving booster vaccines, the immune
response was not maintained, correlating with progressive
disease on a CT scan. HLA-A2-negative patients did not show
an oncological or immunological response. For comparison,
Ohno et al. reported two uterine cancer patients receiving WT1
peptide immunotherapy, both showing progressive disease (9).
Miyatake et al. recently reported five patients with uterine
sarcoma receiving WT1 peptide immunotherapy, showing
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Table III. Immune monitoring data for patient 4 (HLA-A2-positive).

Vi \'Z) Fold increase \'A V8 Fold increase Fold increase
V1 vs. V4 V5 vs. V8 V1 vs. V8
WT1 tetramer-specific T-cells (%) 0.345 0.598 x1.7 0.190 0.251 x1.32 -
NK cells (CD161* CD56 dim CD16%) (%) 12.5 6.11 - 4.08 433 x1.06 -
CDS8*CD137* T-cells(%) 0.667 1.867 x2.8 1.116 0.936 - x1.4
CD4+CD137+ T-cells(%) 0.924 1.155 x1.25 1.013 0917 - -
IL-2 (pg/ml) 2.724 6.419 x2.36 - 1.221 - -
IL-10 (pg/ml) 5.578 5.819 x1.04 5.106 1.042 - -
IFN-y (pg/ml) 19.577 1.143 - 1.029 0.209 - -
TNF-a (pg/ml) 15.762 13.789 - 3.328 4.016 x1.21 -

IL: Interleukin; IFN: interferon; TNF: tumor necrosis factor.

disease stabilization in one patient (11). In the two studies,
immune response monitoring was limited to a test for delayed-
type hypersensitivity reaction specific to the WT1 peptide used
for vaccination. No match between immunological and clinical
response was found. Taking together all published series and
case reports, in 54.5% of cases, the immunological response
matched the clinical response (3).

The limited clinical responses in our study can partly be
explained by the condition of the included patients. A large
tumor burden, present in four patients, creates an
immunosuppressive environment, which hampers the efficacy
of immunotherapy. Moreover, the immune system was
heavily challenged in nearly all patients because of prior
chemotherapy and surgery. Therefore, the immune system
may not have fully recovered prior to the immunotherapy
regimen. The limited clinical responses observed might also
be due to the fact that the immunotherapy was stopped once
radiological progression was demonstrated. Oncological
conclusions may have been drawn too early, since the
induction of an immune response needs time and is often
accompanied by initial disease progression before regression
is apparent. In another study, patients with acute myeloid
leukemia and myelodysplastic syndrome received WTI1
immunotherapy for at least three months (23). In this period,
progressive disease was allowed and immunotherapy was
continued if no other treatment options were available. By
continuing the vaccination, patients started to show remission.

As in our trial, Miyatake et al. recorded longer survival
because of the addition of WT1 immunotherapy (11).
Comparing the survival of the first HLA-A2-positive patient with
that of comparable historical controls in University Hospital of
Leuven (Belgium) shows a striking difference in survival from
the moment palliation was declared: 11 months versus 67 days.
The same was true for the second HLA-A2-positive patient with
end-stage disease. Four comparable historical cases were
available in our database. In this small group, two patients died
of progression during chemotherapy, one patient before
chemotherapy could be initiated, but one patient had a similar

cancer history as our patient. She died five months after she was
put on palliative care, whereas our patient survived for 10
months. From these observations, it seems that a combination of
immunotherapy and chemotherapy might be beneficial, as shown
in other studies (24). Doxorubicin, for example, results in
apoptotic tumor cell death, which increases the antigen uptake
by the antigen-presenting cells, leading to in sifu immunization
against tumor antigens. Chemotherapy might also lead to direct
activation of DCs, previously demonstrated for doxorubicin and
paclitaxel, or their effector mechanisms (25). Lower doses of
chemotherapy, e.g. cyclophosphamide, have been shown in mice
to be synergistic with immunotherapy, by depleting regulatory
T-cells and retaining memory T-cells (26). In our study
population, there was a clear discrepancy between HLA-A2-
positive and -negative patients. HLA type is a known prognostic
factor in some types of cancer. However, to our knowledge,
nothing has been demonstrated regarding the HLA type and the
response to immunotherapy, nor of a possible dominance of the
A2 epitope of WT1. Larger studies are needed to clarify this
aspect. In conclusion, this study presents promising results of
the first six patients with uterine cancer to be treated with
autologous DCs loaded with WT'I mRNA. The technique is
feasible and safe. All transient oncological reactions were seen in
the HLA-A2-positive patients and matched the immunological
response in two out of three patients.

Acknowledgements

The Authors would like to thank the technicians of Immunotherapy
Platform Leuven (www.itpl.be) for the manufacturing of the vaccines.

AC is supported by KU Leuven (PDM-short) and by the Fund
for Scientific Research (FWO-Vlaanderen). AV and ST are
supported by the Verelst Uterine Cancer Fund Leuven. SWVG and
FA are Senior Clinical Investigators of the Fund for Scientific
Research — Flanders (FWO - Vlaanderen)

This project is supported by the Olivia Hendrickx Research
Fund (www.olivia.be), by Reliable Cancer Therapies
(www.reliablecancertherapies.com) and by the Research Fund of
the University Hospital Leuven.

5499



ANTICANCER RESEARCH 33: 5495-5500 (2013)

References

1 Amant F, Moerman P, Neven P, Timmerman D, Van Limbergen E
and Vergote I: Endometrial cancer. Lancet 366: 491-505, 2005.

2 Amant F, Coosemans A, Debiec-Rychter M, Timmerman D and
Vergote I: Clinical management of uterine sarcomas. Lancet Oncol
10: 1188-1198, 2009.

3 Van Driessche A, Berneman Z and Van Tendeloo V: Active specific
immunotherapy targeting the Wilms’ tumor protein 1 (WT1) for
patients with haematological malignancies and solid tumors: lessons
from early clinical trials. Oncologist /7: 250-259, 2012.

4 Yang L, Han'Y, Suarez Saiz F and Minden MD: A tumor suppressor
and oncogene: The WT1 story. Leukemia 2/: 868-876, 2007.

5 Coosemans A, Moerman P, Verbist L, Maes W, Neven P, Vergote
I, Van Gool SW and Amant F: Wilms’ tumor gene 1 (WTI) in
endometrial carcinoma. Gynecol Oncol 7717: 502-508, 2008.

6 Coosemans A, Amini Nik S, Caluwaerts S, Lambin S, Verbist G,
Van Bree R, Schelfhout V, de Jonge E, Dalle I, Jacomen G,
Cassiman JJ, Moerman P, Vergote I and Amant F: Up-regulation
of WT1 in uterine sarcomas. Eur J Cancer 43: 1630-1637, 2007

7 Coosemans A, Van Calster B, Verbist G, Moerman P, Vergote I, Van
Gool SW and Amant F: WT1 is a prognostic marker in high-grade
uterine sarcoma. Int J Gynecol Cancer 2/: 302-308, 2011.

8 Cheever MA, Allison JP, Ferris AS, Finn OJ, Hastings BM, Hecht
TT, Mellman I, Prindiville SA, Viner JL, Weiner LM and
Matrisian LM: The prioritization of cancer antigens: A National
Cancer Institute pilot project for the acceleration of translational
research. Clin Cancer Res 15: 5323-5337, 2009.

9 Ohno S, Kyo S, Moyojo S, Dohi S, Ishizaki J, Miyamoto K,
Morita S, Sakamoto J, Enomoto T, Kimura T, Oka Y, Tsuboi A,
Sugiyama H and Inoue M: Wilms’ tumor 1 (WTI1) peptide
immunotherapy for gynaecological malignancy. Anticancer Res
29: 4779-4784, 2009.

10 Coosemans A, Wolfl M, Berneman ZN, Van Tendeloo V, Vergote I,

Amant F and Van Gool SW: Immunological response after therapeutic

vaccination with WI'/ mRNA-loaded dendritic cells in end-stage

endometrial carcinoma. Anticancer Res 30: 3699-3704, 2010.

Miyatake T, Ueda Y, Morimoto A, Enomoto T, Nishida S, Shirakata T,

Oka'Y, Tsuboi A, Qji Y, Hosen N, Nakatsuka SI, Morita S, Sakamoto

J, Sugiyama H and Kimura T: WT1 peptide immunotherapy for

gynecologic malignancies resistant to conventional therapies: A phase

1I trial. J Cancer Res Clin Oncol 139: 457-463, 2013.

12 Gilboa E and Vieweg J: Cancer immunotherapy with mRNA-
transfected dendritic cells. Immunol Rev 799: 251-263, 2004.

13 Erdmann M, Dorrie J, Schaft N, Strasser E, Hendelmeier M,
Kédmpgen E, Schuler G and Schuler-Thurner B: Effective clinical-
scale production of dendritic cell vaccines by monocyte elutriation
directly in medium, subsequent culture in bags and final antigen
loading using peptides or RNA transfection. J Immunother 30:
663-674, 2007.

14 Michiels A, Tuyaerts S, Bonehill A, Corthals J, Breckpot K,
Heirman C, Van Meirvenne S, Dullaers M, Allard S, Brasseur F,
van der Bruggen P and Thielemans K: Electroporation of
immature and mature dendritic cells: implications for dendritic
cell-based vaccines. Gene Ther /2: 772-782, 2005.

15 Van Tendeloo VF, Ponsaerts P, Lardon F, Nijs G, Lenjou M, Van
Broeckhoven C, Van Bockstaele DR and Berneman ZN: Highly
efficient gene delivery by mRNA electroporation in human
hematopoietic cells: superiority to lipofection and passive pulsing
of mRNA and to electroporation of plasmid cDNA for tumor
antigen loading of dendritic cells. Blood 98: 49-56, 2001.

1

—_

5500

16 De Vleeschouwer S, Arredouani M, Adé M, Cadot P, Vermassen
E, Ceuppens JL and Van Gool SW: Uptake and presentation of
malignant glioma tumor cell lysates by monocytes-derived
dendritic cells. Cancer Immunol Immunother 54: 372-382, 2005.

17 De Vleeschouwer S, Fieuws S, Rutkowski S, Van Calenbergh F,
Van Loon J, Goffin J, Sciot R, Wilms G, Demaerel P, Warmuth-
Metz M, Soerensen N, Wolff JE, Wagner S, Kaempgen E and Van
Gool SW: Postoperative adjuvant dendritic cell-based
immunotherapy in patients with relapsed glioblastoma multiforme.
Clin Cancer Res /4: 3098-3104, 2008.

18 Van Gool S, Maes W, Ardon H, Verschuere T, Van Cauter S and
De Vleeschouwer S: Dendritic cell therapy of high grade gliomas.
Brain Pathol 79: 694-712, 2009.

19 Ardon H, Van Gool SW, Verschuere T, Maes W, Fieuws S, Sciot
R, Wilms G, Demaerel P, Goffin J, Van Calenbergh F, Menten J,
Clement P, Debiec-Rychter M and De Vleeschouwer S:
Integration of autologous dendritic cell-based immunotherapy in
the standard care of treatment for patients with newly diagnosed
glioblastoma: Results of the HGG-2006 phase I/II trial. Cancer
Immunol Immunother 67: 2033-2044, 2012.

20 Van Tendeloo V, Van de Velde A, Van Driessche A, Cools N,

Anguille S, Ladell K, Gostick E, Vermeulen K, Pietes K, Nijs G,

Stein B, Smits EL, Schroyens WA, Gadisseur AP, Vrelust I, Jorens

PG, Goossens H, de Vries 1J, Price DA, Oji Y, Oka Y, Sugiyama H

and Berneman Z: Induction of complete and molecular remissions

in acute myeloid leukemia by Wilms’ tumor | antigen-targeted

dendritic cell vaccination. Proc Natl Acad Sci USA 107: 13824-

13829, 2010.

Therasse P, Arbuck SG, Eisenhauer EA, Wanders J, Kaplan RS,

Rubinstein L, Verweij J, Van Glabbeke M, van Oosterom AT,

Christian MC and Gwyther SG: New guidelines to evaluate te

reponse to treatment in solid tumors. European Organization for

Research and Treatment of Cancer, National Cancer Institute of

the United States, National Cancer Institute of Canada. J Natl

Cancer Inst 92: 205-216, 2000.

22 OkaY, Tsuboi A, Oji Y, Kawase I and Sugiyama H: WT1 peptide
vaccine for the treatment of cancer. Curr Opin Immunol 20: 211-
220, 2008.

23 Keilholz U, Letsch A, Busse A, Asemissen AM, Bauer S, Blau IW,
Hofmann WK, Uharek L, Thiel E and Scheibenbogen C: A
clinical and immunological phase II trial of Wilms’ tumor gene
product 1 (WT1) peptide vaccination in patients with AML and
MDS. Blood 113: 6541-6548, 2009.

24 Antonia SJ, Mirza N, Fricke I, Chiappori A, Thompson P,
Williams N, Bepler G, Simon G, Janssen W, Lee JH, Menander
K, Chada S and Gabrilovich DI: Combination of p53 cancer
vaccine with chemotherapy in patients with extensive-stage small
cell lung cancer. Clin Cancer Res /2: 8§78-887, 2006.

25 Shurin GV, Tourkova IL, Kaneno R and Shurin MR:
Chemotherapeutic agents in noncytotoxic concentrations increase
antigen presentation by dendritic cells via an IL-12-dependent
mechanism. J Immunol /83: 137-144, 2009.

26 Kandalaft LE, Singh N, Liao JB, Facciabene A, Berek JS, Powell
DJ Jr. and Coukos G: The emergence of immuno-modulation:
combinatorial immunotherapy opportunities for the next decade.
Gynecol Oncol 7116: 222-233, 2010.

2

—_

Received September 30, 2013
Revised October 25, 2013
Accepted October 28, 2013



