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Chapter III

Generation of an effective cellular tumor vaccine by fusion of
professional antigen presenting cells with fibrosarcoma cells

5.12 Induction of a polyvalent immune response enhances selective
pressure and effectively protects mice from tumor growth

In tumor cells, abnormal protein expression results from DNA mutations or fusion
associated with carcinogenesis or tumor progression. Those abnormal, often clearly defined
proteins should be recognized by the immune system and induce an immune response leading
to tumor regression. Actually, most tumors escape the immune response through a specific
tolerance, because a defect in tumor-antigen presentation to the host immune system is
involved (287-289). T cell activation involves the delivery of two independent signals to
the naive T cell (290, 291). The first signal occurs with engagement of the TCR and the
recognition of tumor associated antigen peptides complexed with MHC molecules. T cell
activation requires also a costimulatory signal delivered to the CD28 receptor on T cells by
the B7 family of molecules expressed by the antigen presenting cell. Most tumor cells
express MHC class I molecules, a minority also express MHC class II molecules and only a
few lymphoma have been reported to express B7 (292). For this reason most tumor cells
are not able to efficiently present their specific antigens to competent T cells.
Among antigen presenting cells, dendritic cells, unlike B lymphocytes and macrophages, are
the only cells able to stimulate both naive and memory T lymphocytes (293, 294). Actually,
dendritic cells are supposed to take place in the anti-tumor immune response, and dendritic
cell infiltrates inside numerous neoplasms are often associated to an immune response
against tumors (295, 296). A combination of various tumor antigens with the antigen
presenting properties of DCs might be of potential use in immunotherapy. The fusion of
tumor cells with professional APCs generates a cellular vaccine where expression of tumor
antigens and the simultaneous antigen presenting capacity of APCs can be exploited to induce
specific anti-tumoral lymphocytes. Since tumors arise due to multiple genetic defects the
recipient is vaccinated against many different tumor antigens. Immunization against only one
single tumor antigen might lead to resistant cell variants from experimental tumors that
have lost or dramatically downregulated the expression of the specific tumor-antigen.
However, the use of a cellular vaccine combining features of both tumor cell and APC
enlarges selective pressure on the tumor and is more promising. To study this strategy, DCs
and the tumor cell line Meth A were stable transfected with a selection marker. Resistant
clones were used for cell fusion. After double selection positive cell hybrid clones were
analyzed for expression of MHC- and costimulatory molecules. Characterized clones were
used for immunization of mice and after inoculation with primary tumor cells the immune
response was evaluated.

5.13 Cell fusion of Meth A tumor cells with the dendritic cell line
D2SC-1

The retroviral vector pBABEhygro was introduced into Meth A tumor cells by calcium
phosphate precipitation to obtain hygromycin resistant clones. D2SC-1 cells were stably
transfected by pBABEpuro. Cells were grown in RPMI, 10% FCS, 2mM L-glutamine, 5
µg/ml puromycin or 100 µg/ml hygromycin B (Boehringer Mannheim, Germany). Selective
medium was replaced every third day. After 4 weeks resistant clones were pooled and used
for cell fusion. D2SC-1 cells and Meth A tumor cells were co-pelleted by centrifugation and
fused by addition of polyethylene glycol to the pellet. Dendritic cells and Meth A tumor cells
were used in a ratio of 1:5. Cells were centrifuged and the PEG solution diluted by slow
addition of medium. Fused cells were centrifuged, resuspended in puromycin/hygromycin
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selection medium and aliquoted into 96-well microtiter plates. After 4 weeks 56 different
cell hybrid clones were isolated from the microtiter plates and assayed for expression of
major histocompatibility complexes class I or II and the co-stimulatory molecules B7-1 and
B7-2 (see appendix). These molecules are essential for the induction of cellular and
humoral immune responses (297, 298). The parental cell line D2SC-1 shows high
expression of B7.1, B7.2, MHC class I and MHC class II molecules that are found on all
professional APCs (Fig. 5.30). On the other hand, Meth A tumor cells only express MHC
class I molecules that are necessary for antigen-recognition of cytotoxic T lymphocytes,
whereas the costimulatory molecules B7-1 and B7-2 or MHC class II molecules were not
detected on the cell surface (Fig. 5.30). The downregulation of costimulatory molecules on
these tumor cells might serves as an immunological escape mechanism and is a general
phenomenon observed in cancer.
However, most cell fusion hybrid clones show expression of all of these cell surface antigens
even if the number of these molecules is varying from hybrid clone to hybrid clone, as
illustrated by FACS analysis (Fig. 5.30). By combining effective antigen presenting
properties of dendritic cells with antigenic properties from tumor cells, tumor antigens can
now efficiently be presented to immune effector cells that closely expand and form potent and
protective anti-tumor activity.

5.14 Immunization of Balb/c mice with cell hybrid clones

Tumor cells can escape immune surveillance because they do not express signals that are
essential for activation of the host immune system (287-289). On the other hand, DCs are
specialized for antigen uptake, processing, and presentation to T cells and play a central role
in the induction of primary antigen-specific immune responses (293, 294). A fusion of a
tumor cell with a dendritic cell produces a hybrid cell that both expresses tumor specific
antigens and has the machinery for antigen presentation and T cell activation. We wanted to
use the fusion cells as a cellular vaccine and examine their potential as an effective cancer
immunotherapy approach.
Cell hybrid clones were obtained by fusion of Meth A tumor cells with D2SC-1 cells and
maintained in selective medium in the presence of 5 µg/ml puromycin, 100 µg/ml
hygromycin. 24 clones were randomly chosen for immunization of female, 6 to 8 weeks old
Balb/c mice. 7 x 106 hybrid cells were injected subcutaneously into the flank of recipient
mice. One week after inoculation with the cellular vaccine tumor nodules 2 to 3 mm in
diameter were identified at the site of injection that were eliminated within the next two
weeks (data not shown). However, five of these nodules developed to solid tumors and
eventually killed the mice (Tab. 5.3). Four weeks after immunization the remaining mice
were inoculated with the parental Meth A tumor cells and the formation of metastasis (after
intravenous injection) or solid tumor growth (subcutaneous injection) was used to assess
the efficacy of the cellular vaccine.
Table 5.3 summarizes the results of our experiments. Fusion of D2SC-1 cells with the
tumor cell line Meth A produced hybrid cells that lost their tumorigenity and became
immunogenic. Fusion hybrid cell lines protected mice from growth of the parental Meth A
tumor cells. Although Meth A tumor cells formed small nodules at the injection site they
were quickly eliminated within ten days. Mice were also protected from disseminated
metastases as verified by histopathochemistry (data not shown). On the other hand, mice
that did not obtain the cellular vaccine were not protected from Meth A tumor growth and
formed lethal solid tumors or disseminated metastases in the lung.
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Fig. 5.30      Expression of MHC class I
and  class  II  antigens,    B7.1  and    B7.2
co-stimulatory molecules on the dendritic
cell   line   D2SC-1  (A) ,  Meth-A  tumor
cells (B)   and  cell fusion hybride  clones
x40 (C) ,  x13 (D) ,  x6 (E) ,  x27 (F) ,
x39 (G) ,  O (H)   and  F (I) .  Cells were
washed   with  phosphate  buffered  saline
and stained with FITC-labelled monoclonal
antibodies  to  mouse    B7.1 (16-10A1),
mouse   B7.2 (GL1),  K  (SF1-1.1),  D
(34-2-12)  and PE-labelled antiboidies
to mouse A  (AMS-32.1) for 30 min. on
ice.
Samples were than washed and analyzed in
a FACScan (Becton Dickinson, Heidelberg,
Germany). Solid areas are untreated cells,
open   areas   are   stained   with   specific
antibodies.
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Immunization with fusion hybrids protects mice
from parental Meth A tumor growth
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Tab. 5.3   Meth A tumor cells were fused with the dendritic cell line D2SC-1. Fusion hybrid clones
were used for immunization of Balb/c mice or nude mice. All fusion hybrids formed tumors on nude
mice whereas in Balb/c mice the hybrid clones lost tumorigenity (except the hybrid clones X16, X14,
X38, X13, and X19 that formed lethal tumors). Recipient mice that obtained the cellular vaccine were
resistant to the parental Meth A tumor cell line and rejected tumor cells when injected subcutaneously
or intravenously. Clone X2 was not able to induce protective immunity to Meth A tumor cells.
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5.15 Immune effector mechanisms responsible for Meth A tumor
rejection

5.15.1 Immunization of mice with hybrid cell fusions induces B cell
activation and recognition of tumor specific antigens in Balb/c
mice

Dendritic cells have a major impact on the regulation of immune responses. They are known
to influence B cell growth and immunoglobulin secretion (182-184). DCs activate and
expand Th-cells, which in turn induce B cell growth and antibody production. By secretion of
soluble factors including IL-6, IL-12, and TNF-α DCs directly stimulate growth and
differentiation of B cells and the production of antibodies. Particularly follicular dendritic
cells are believed to be important in humoral immunity because they sustain viability,
growth and differentiation of activated B cells (299-301).

DCs fused to tumor cells most probably maintain these properties and therefore hybrid
fusion cells were analyzed for their ability to induce an antibody-mediated immune
response. Recipient Balb/c mice were immunized with cell hybrid clones and inoculated with
Meth A tumor cells. 10 days after tumor cell inoculation blood samples were taken from the
lateral tail vein. The serum was analyzed for the presence of Meth A specific antibodies.
Meth A specific antibodies most probably belong to the IgG or IgM isotype, because after first
antigenic encounter mature B cells are known to express IgM and then increasing amounts of
the IgG isotype with growing affinity due to a process of isotype switching and affinity
maturation. Results are illustrated in Fig. 5.31. Mice that rejected the parental tumor after
vaccination displayed Meth A specific antibodies. These antibodies were not present in the
serum of untreated mice. Also mice that were inoculated only with tumor cells or with cell
clones that did not protect from Meth A tumor growth did not display antibodies that bound to
proteins from Meth A tumor cells.

These experiments substantially support the idea that Meth A specific antibodies are induced
only after immunization with cell fusion hybrids and exposure to tumor cells, and that they
are not present in the non-vaccinated recipient. A specific antibody-profile is only
displayed in tumor resistant mice and therefore we speculate that these antibodies might be
important for the process of tumor rejection. In future experiments we want to identify the
tumor-antigens recognized by these antibodies by immunoprecipitation and microsequencing
in cooperation with the Max Plank Institute of Immunology, Freiburg, Germany.
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Immunization of mice with fusion hybrids induces Meth A
specific B lymphocytes

Fig. 5.31  Immunization of Balb/c mice with fusion hybrid cells induces the formation of Meth A
specific antibodies. Recipient Balb/c mice were immunized  with  7 x  106 fusion hybrid cells  and
inoculated  with  5 x  106  Meth A tumor cells one month after immunization.  Blood sera  were
isolated 10 days post tumor cell inoculation. To identify Meth A specific antibodies Meth A tumor
cells were lysed, separated by SDS-PAGE and used  in  a  Western blot experiment.  Mouse sera
were  analyzed at  a  dilution  of  1:400.  The immunization of donor mice  is  indicated  on  the top of
the blot. Meth A specific IgG antibodies, recognizing proteins of 53 kD, 21 kD, and 16 kD were
exclusively identified in tumor resistant mice.
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5.15.2 The activation of B cells alone is not sufficient for tumor
rejection

Antibodies, secreted by B cells can bind to tumor cells and trigger specific effector functions
or they are a consequence of the accessibility of tumor antigens due to tumor cell
degradation. It is now widely accepted that the immunoglobulin-isotypes determine the
effector functions of humoral immunity. In our experiments Meth A specific antibodies were
detected by a secondary IgG specific, HRP labeled goat anti-mouse antibody (Fig. 5.31). IgG
antibodies are closely connected to the complement system, consisting of a family of serum
proteins that can be activated by a proteolytic cascade to generate effector molecules.
Complement protein binds to the Fc region of antigen-antibody complexes and trigger the
classical complement pathway. IgGs can also coat antigenic particles and the bound IgGs serve
to enhance the efficiency of phagocytosis by mononuclear phagocytes and granulocytes that
have the ability to ingest opsonized particles as a prelude to intracellular killing and
degradation. IgGs also promote the antibody dependent cell mediated cytotoxicity. Different
leukocyte populations including neutrophils, eosinophils, mononuclear phagocytes and NK
cells are capable of lysing various target cells when precoated with specific IgGs.
Recognition of aggregated antibodies occurs through low affinity receptors for Fcγ, called the
CD16 receptor. Lysis of target cells is performed by secretion of cytokines such as TNF or
IFN-γ and release of granules.
However, in the next experiment we show that the presence of B cells alone is not sufficient
for the rejection of tumors. Female, athymic nude mice were immunized with cell fusion
hybrid clones by subcutaneous injection into the flank of recipient animals. In contrast to
immunocompetent Balb/c mice cell fusion hybrids formed aggressive tumors in the absence
of T lymphocytes (Fig. 5.32). From this model system we suggest two requirements for an
effective anti-tumor response. The tumorigenity of Meth A tumor cells is not lost by fusion
to dendritic cells in the absence of T lymphocytes. This might be due to the fact that the
presence of Th cells is essential for B cell activation and the induction of a humoral immune
response. Helper T cells deliver contact-mediated signals to B cells and secrete cytokines
that induce growth and differentiation of B cells and influence the nature and magnitude of
the antibody response. Non-stimulated B cells require contact with helper T cells whereas
recently stimulated B cells may be fully responsive to cytokines alone. However, B cells
might not be the major effector cells participating in tumor rejection. The recognition of
tumor cells by CD8+  T lymphocytes depends on the endogenous processing of tumor antigens
and their presentation via MHC class I complexes. Most nuclear cells express MHC class I
molecules and can therefore present tumor antigens but only APCs are coated with
costimulatory molecules that are necessary for T cell activation. By fusion of Meth A tumor
cells with DCs the resulting fusion hybrid cell combines both the tumor-antigenes and the
machinery that is necessary for efficient T cell activation. When individuals are immunized
with the cellular vaccine cytotoxic T lymphocytes might be activated via the biological
pathways and induce a potent anti-tumor response.
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clone x23 clone x13

clone x16 clone x3

Fig. 5.32  Hybrid fusion cell clones stay tumorigenic in athymic, nude mice. Nude mice were
subcutaneously inoculated with 7 x 106 fusion hybrid cells. Growth of cells was measured every third
day with a caliper rule. All hybrid clones formed lethal solid tumors, however, kinetics of tumor
growth differed substantially depending on the cell fusion clone. Tumors of cell hybrids are illustrated
at day 23 post injection. Clones are indicated on the bottom of each blot.

5.15.3 T lymphocytes are part of the mechanism for Meth A tumor
rejection

Growth of hybrid clones on nude mice indicated an active participation of T lymphocytes in
tumor rejection. These mice lack the T lymphocyte dependent immune responses in contrast
to fully immunocompetent Balb/c mice that rejected the same cell hybrid clones. Indeed we
could demonstrate a specific induction of T lymphocytes by a 3H-proliferation assay. Tumor
resistant, fusion hybrid clone vaccinated animals were sacrificed to isolate spleenic T
lymphocytes. T cells were plated in round bottom microtiter plates at 106 cells per well or
titrated 1:4 in triplicates. Proliferation was induced by coculture of 2 x 104 irradiated
hybrid target cells (200 grey). Cells were cultured for 72 hrs. in 200 µl DMEM, 10% FCS,
2 mM L-glutamine, 100 U/ml penicillin, 100 µg/ml streptomycin, 10 mM HEPES, 0.5 mM
β-mercaptoethanol, and 0.4 ng/ml IL-2. 1 µCi of ( 3H)-thymidine was added for the last 15
hrs.. The labeled cells were harvested on cellulose filters and analyzed in a liquid
scintillation β-counter. T cells from untreated Balb/c mice injected only with primary
Meth A cells served as a negative control. Our results clearly demonstrate the presence of
fusion hybrid specific T cells in vaccinated animals, whereas untreated controls did not
display this phenotype (Fig. 5.33).
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Fig. 5.33 (3H)-proliferation assay and detection of fusion hybrid reactive T lymphocytes. Fusion
hybrid specific T cells were demonstrated in immunized Balb/c mice treated with the cellular vaccine.
Mice were injected with 7 x 106 fusion hybrid cells (clone O, C, x23, x27, x36 or x39). Lymphocytes
from untreated mice, injected only with Meth A tumor cells 10 days before sectomy served as a
negative control. 2 x 104 fusion hybrid target cells were seeded per well and mixed with varying
effector cell ratio (50:1 to 1:5).

Due to the fact that nude mice were not protected from lethal tumor growth and only
immunized immunocompetent Balb/c mice displayed hybrid cell responsive T cells we think
that the presence of T lymphocytes is a necessary requirement for tumor cell rejection in
healthy individuals. In the next set of experiments we plan to determine whether tumor
rejection is primary mediated by CD4+ or CD8+ T cells. In vivo depletion studies using
anti-CD4 or anti-CD8 antibodies to eliminate single effector populations by specific
complement activated lysis are ongoing.
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VI. Discussion

Traditional cancer chemotherapy plays a major role in the treatment of
hematological and solid tumors. Since 1955 over 700.000 compounds and extracts
have been screened for anti-neoplastic properties in the States. In 1945 there was
only one drug known to be effective, namely nitrogen mustard. Today, there are
nearly 50 chemotherapeutic agents used, single or in combination, in the treatment
of malignancies.
The development of cancer immunotherapy was characterized by a wave of excitement
similar to the antibiotic treatment of infectious diseases. In 1943, after it had been
observed that World War II soldiers exposed to nitrogen mustard gases had a
reduction in the size of their lymph nodes, mechlorethamine hydrochloride was first
used to treat Hodgkin's disease. A rapid decrease in the patients’ lymph nodes was
documented but remissions were very transient. At about the same time the
antimetabolite antibiotic methotrexate was used to treat acute lymphocytic leukemia.
In 1955 the use of methotrexate in gestational choriocarcinoma resulted in the first
cancer cures.
The lack of cure in other cancer patients similarly treated prompted investigators to
examine combinations of chemotherapeutic agents comparable to the treatment of
infections where a combination of antibiotics is used. In the latter, up to 22 percent
complete responses were recorded. However, substantial toxicity and drug-related
deaths were major deterrents. In 1958 the first randomized study in children with
acute lymphocytic leukemia was reported and remarkable responses were observed.
In 1964 Skipper and his colleagues began the first studies to evaluate drug
combinations. They utilized the murine leukemia L1210 cell line to examine the
growth characteristics of tumors in a mouse model and characterized the response of
cancer cells to chemotherapy. Because of their success other researchers were also
prompted to study cancer growth with the goal of improving the ability to destroy
cancer cells.
Today, cancers are mainly cured by surgical resection. Chemotherapy for cancer is
used primarily in the treatment of non-operable or metastatic malignancy or as an
adjunct to primary surgical treatment. Success in the treatment of malignancies is
based on the optimization of known therapeutic agents in concentration and
combination. Although the primary goal of chemotherapy is to cure, most patients
are, in fact, not cured. Nearly all patients have some tumor response in their
therapy, but only a small number have their lives substantially prolonged.
Therefore, to improve the ability to treat cancer, new cancer therapeutic approaches
need to be developed.

6.1 A novel cancer therapeutic approach: immunotherapy

The therapy of human cancer is aimed to specifically kill the tumor cells while
sparing normal cells. Surgical resection and chemotherapy are often not able to
control the progression of a malignant disease. Alternative strategies are needed,
especially for patients with metastatic or non-operable cancer. Recent progress in
molecular biology has permitted us to better understand the mechanisms of
carcinogenesis, tumor progression, and host antitumor immune response. These
developments have laid the conceptual and technical foundation of alternative
therapeutic strategies for cancer treatment. Three innovative therapeutic approaches
that target cancer cells are presented by this work and will be discussed: pDNA
immunization, transduction of antigen presenting cells with a tumor antigen, and
fusion of dendritic cells with a tumor cell line. These approaches attempt to improve
the antitumor response of the host by increasing the antitumor activity of the
immunologic effector mechanisms infiltrating the tumor. Two of these therapeutic
approaches were targeted at the p53 tumor antigen.
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6.2 Different reasons to use p53 as a target molecule

6.2.1 Mutated p53 genes are a common phenomenon in human
malignancies

The p53 tumor suppressor gene is, so far, the most commonly mutated gene
identified in human malignancies. Mutations occur in more than 50% of human
malignancies and in diverse tumor types (305). Genetic alterations have been
implicated in a high percentage of colon cancer, ovarian cancer, bladder cancer, and
B-cell acute lymphocytic leukemia (306). It was also reported that germ-line p53
mutations were associated with the Li-Fraumeni syndrome, a familiar cancer disease
(307). Commonly the p53 locus is mutated by missense mutation in the region
encoding the DNA binding domain (residues 102-290). In cancer it has been found
that the major hot spots for mutation generally abrogate DNA-binding without
affecting the conformation of the molecule (308).
In contrast to wild type p53, many mutants accumulate in cancer cells. This suggests
that cancer cells select for p53 mutations and indeed many mutants have gained an
oncogeneic phenotype. In cells containing both wild type and mutant alleles this
phenotype could result from a dominant-negative inhibition of wild-type p53 by
coexpressed mutant. However, a recent study shows that mutant p53 also enhances
tumorigenicity of p53 deficient cells, implying that mutant p53 does not only act by
negative dominance but exerts oncogeneic functions of its own (309). In
nontransformed cells p53 has an extremely short life of 5 to 40 minutes and is
nearly undetectable by immunohistochemistry (310, 311). However, the stability
of p53 is markedly increased in various types of transformed cells and results in
increased levels of p53. In a number of cases, this stability is correlated with the
formation of a complex between p53 and other proteins, such as the simian virus
SV40 large T-antigen (312), or the adenoviral 58 kD E1b protein (313), or
cellular heat shock proteins (314, 315).

6.2.2 p53 is involved in drug resistance

Resistance of tumor cells to radiation and chemotherapy remains a significant
obstacle in the treatment of cancer. Some tumors fail to respond to either form of
treatment or become nonresponsive on tumor relapse. It is now apparent that many
anti-cancer agents used in the current clinical setting induce tumor cell apoptosis, a
genetically regulated form of cell death (316, 317). However, molecular events,
such as mutations in apoptotic programs might occur after drug-targeted interaction
and may produce a pleiotropic resistance to anticancer agents.
It has been observed that cancer therapy is less effective in patients harboring
tumors with p53 mutations. The pattern and frequency of p53 mutations in various
tumor types roughly correlate the tumor's responsiveness to therapy. Tumor types
displaying a high frequency of p53 mutations are generally not as responsive as
tumors that rarely harbor p53 mutations (318). Numerous studies associate p53
mutations with poor patients’ prognosis, hence a reduced probability that
therapeutic intervention will be effective. Some examples include carcinomas of the
breast, lung, prostate, and bladder, soft tissue sarcomas, Wilms' tumors and various
leukemia and lymphomas (318-320). Cells acquiring p53 mutations more readily
survive chemotherapy and predominate on tumor relapse. Relaps of cancer is is
associated with p53 mutations and such patients are much less likely to enter a
second remission compared with patients whose condition relapses with normal p53
(321-326). Generally these patients displayed shorter survival when compared to
patients with normal p53 (325).
In certain solid tumors, p53 mutations are associated with reduced apoptosis in
tumors that are often refractory to therapeutic intervention. For example, p53
mutations are tightly linked to reduced apoptosis in anaplastic Wilms' tumor, an
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aggressive subtype that responds poorly to chemotherapy (327). Similarly, p53
mutations occur at more advanced stages of colon cancer, a period when tumors
display dramatic decreases in apoptosis (328, 329). The role of p53 in therapy
induced apoptosis can explain the selection for p53 mutations following cancer
therapy. However, many tumors display p53 mutations at diagnosis. A recent study
indicates that hypoxia can induce apoptosis in oncogenetically transformed cells by a
p53 dependent mechanism (330). Cells acquiring p53 mutations would have a
survival advantage in such an environment, leading to their clonal expansion.
Because the same mutations that diminish hypoxia-induced apoptosis also promote
resistance to radiation and chemotherapy, selective pressure to inactivate apoptosis
during tumorigenesis may indirectly produce drug resistance prior therapeutic
intervention.
The selection for mutant p53 positive tumor cells by chemotherapy makes p53 an
ideal target for new therapeutic approaches that do not depend on the activation of
p53 dependent apoptotic pathways. New approaches might attempt to improve the
host antitumor response by increasing the antitumor activity of the immunologic
effector mechanisms infiltrating the tumor. Three different approaches will be
discussed in this work.

6.2.3 Mutated p53 can induce a humoral or a cellular immune
response

Not all therapies that target p53 during cancer therapy require p53's role in
apoptosis. Mutant p53 alleles encode an altered protein that could serve as an antigen
to direct an immune response against the tumor (331). Lately, cell mediated immune
responses against tumors are becoming a focus of cancer immunotherapy. Usually
class I MHC restricted CD8+ CTLs are considered the critical effector cells involved
in an antitumor immune response (332-334). The presence of mutated gene
products makes malignant cells differ from normal cells and might serve as a
specific antigen marker. Indeed, p53 is the most commonly mutated gene in human
cancer and recent data predispose p53 as the optimal target gene for our
experiments. Numerous studies have shown that p53 is a tumor specific antigen that
can induce immune responses in cancer patients. A tumor-associated humoral
immune response directed against p53 has been detected in cancer patients with
breast cancer (91), B cell lymphoma (89), and lung cancer (90). The antibody
production was connected to overexpression of the p53 gene in tumor cells. Mutant
p53 can also induce cytolytic immune responses. Yanuck et al. demonstrated that
processed peptides of p53 could bind to MHC class I molecules and induce cytolytic T
lymphocytes (94). In these experiments spleen cells were pulsed with a p53 peptide
corresponding to the product of a human lung carcinoma. Although transplanted
spleen cells were pulsed with a high amount of peptide, in vivo generated p53
specific T cells also recognized and lysed cells with low expression of mutant p53
(0.18 ng/ml). These levels are comparable to levels of mutant p53 present in
human tumors (0.1-70 ng/ml). Since mutations causing overexpression of p53 are
present in a wide variety of cancers, a large group of patients would benefit from
p53 directed immunotherapy.
One can consider mutant p53 sequences as target antigens for tumor specific CTLs.
However, p53 mutations occur at different sites in the p53 molecule and it is
necessary to identify the site of mutation in each patient before therapy.
Furthermore, not all mutations are contained in MHC-binding CTL epitopes. If in
contrast wild type p53 sequences are used, the entire sequence of the p53 protein is
available for properly processed immunogenic T cell epitopes. We hypothesize that
the altered expression of p53, seen in many cancers, might lead to modified
processing and to the presentation of wild type derived peptides by MHC class I
molecules. Indeed, recently wild type p53 peptide-specific CTLs were generated from
human and murine responding lymphocytes and some of them recognized p53
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overexpressing tumors in vitro (335-343). Vierboom et al. generated cytolytic T
lymphocytes that recognized a murine wild type p53. Adoptive transfer of these CTLs
into tumor bearing mice caused complete and permanent tumor eradication in the
absence of any demonstrable damage to normal tissue. Wild type specific CTLs can
apparently discriminate between p53 overexpressing tumor cells and normal tissue,
indicating that widely expressed autologous molecules such as p53 can serve as a
target for CTL-mediated immunotherapy of tumors.

Chapter I

Induction of cellular immunity by direct pDNA transfer of a
mutated p53 allele into Balb/c mice

The principle of gene therapy is based on the introduction and expression of genes
that compensate for the genetic defect that is responsible for the disease. A major
intricacy for gene therapy of cancer is the problem to specifically introduce genes
into neoplastic cells and by-pass normal cells. However, malign transformation is
the result of a multiple genetic disorder and the introduction and expression of an
individual gene as a therapeutic strategy is normally not sufficient. Therapy of
cancer therefore requires the elimination of the neoplastic cells and not the
compensation of a single genetic defect.

The mobilization of the immune system and the specific elimination of tumor cells
are an approach being successfully used in the past. Experimental attempts are based
on the insertion of the IL-2 or the IL-4 gene in tumor cells or surrounding
mesynchymal cells and on the stimulation of a local immune response (344).
Another immunological approach tested in mice is based on direct gene transfer of an
allogeneic MHC-gene into tumor cells. A T cell dependent immune response could be
induced due to still unknown tumor-associated antigens (345). Unfortunately these
immunological principles are limited to cells of the primary tumor. We support the
idea that new gene therapy protocols should embrace adjuvant treatment and the
elimination of early metastatic cells (346). We want to develop gene therapy
protocols that can be applied systemically. We describe different methods that
sensibilize the immune system to tumor specific antigens and trigger an immune
response that is able to eliminate tumor cells.

6.3 DNA-mediated immunization

In 1990, researchers from Vical (San Diego, CA) revolutionized the field of gene
therapy with the startling report that injection of mice with purified plasmid DNA
encoding a foreign protein resulted in abundant production of the protein (347-
352). Within two years of discovery, several groups had demonstrated that injection
with naked DNA vaccines led to the generation of long lived humoral and cellular
immune responses against a range of antigens encoded by such plasmids, including
proteins expressed by the influenza A virus, rabies virus, bovine herpes virus,
hepatitis B and C, and HIV-1 (96, 102, 110-120). Viral infections primarily
induce cytotoxic T cells because viral antigens mostly reside within the cell. It is now
well established that these immune effector cells recognize antigenic peptides bound
to MHC class I molecules on the surface of target cells (259-263). In parallel,
tumor antigens resemble viral antigens, since they are synthesized within the cell
and are uncommon for the cell type. The immune system is able to identify and to
react to some of these tumor antigens, probably by the same immune effector
mechanisms that are responsible for the elimination of virus infected cells. Indeed,
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different research groups successfully induced immune effector mechanisms that
killed target cells "infected " by tumor antigens.

6.4 Analysis of pDNA transfer conditions

Different groups have shown that intradermal introduction and expression of DNA is
possible and can induce effective cellular immune responses (354). We also could
demonstrate that after pDNA injection the DNA encoded antigen was expressed at
significant levels at the injection site. The transfer efficiency and the expression of
the transgene strongly depended on the DNA buffer conditions. pDNA constructs mixed
with PBS or complexed with a cationic liposomal transfection reagent proved to be
most efficiently transferred. Cationic liposomes form complexes with the negatively
charged DNA. This result in the presence of excess positive charge, which is required
for an efficient interaction with the negatively charged cell membrane. We observed
that the DNA : liposome ratio affected the gene expression in mice. 1 µg of pDNA
mixed with 2 µl of the liposomal transfection reagent DOTAP showed best results.
Additionally to the neutralization of the negatively charged DNA backbone, the
protection of liposomal complexed DNA from protease cleavage in lysosomal
compartments is of promising advantage. However, biolistic particle bombardment
with gold particles coated with pDNA proved to be the most efficient gene transfer
technology. Transfer of as little as 1 µg of pDNA resulted in expression levels ten
times higher when compared to needle injection of 40 µg pDNA into the skin of mice.
This method has been developed by Joel Hayes from Agracetus, who coated DNA onto
thinly gold beads that were shot with a gene gun into the skin and introduced the DNA
to epidermal cells.
Next we compared in vivo reporter gene expression upon needle injection using
vector constructs with different strong viral promoter/enhancer elements. In
general, reporter gene expression was highest at day two and three but strongly
diminished within the first week. However, significant reporter gene expression was
still detectable after two or three months providing a continuous antigen stimulus
when used for immunization. Long term expression of the transgene has also been
observed by various different groups (354-357). Our data corresponds to in vitro
transfection assays performed by our group or the Tissue Engineering Center,
Plastische Chirurgie, Universitätsklinik, Freiburg. However, we observed
significant differences in reporter gene expression when it was controlled by
different enhancer/promoter elements. Best results and highest expression was
obtained when reporter gene constructs were expressed via the cytomegalovirus CMV
promoter. Reporter gene expression was 10-15 times higher when compared to
SV40 enhancer-promoter controlled constructs. We think that the induction of a
protective immune response is favored by a persistent antigen stimulus and high
expression of the transgene. For this reason cytomegalovirus CMV promoter
controlled pDNA vaccines are most promising.

6.5 Localization of the transgene expression

For our in vivo experiments we planned to inject the pDNA vaccine into sites with
high densities of antigen presenting cells. Of these, Langerhans cells as pivotal
antigen presenting cells have been implicated in cell mediated immunity.
Bergstresser et al. (358) determined surface densities of LCs at different rodent
epidermal sites. High densities (900-1500 per mm2) of LCs have been identified in
the ears or food pads. We therefore think that the skin is an optimal target for pDNA
application and for the induction of a cellular immune response.
Therefore we wanted to analyze β-galactosidase reporter gene transfer into the skin
of mice. Upon intradermal injection we could demonstrate expression of the reporter
gene in epidermal and dermal layers of the skin. Our results are in agreement with
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observations of Raz E.’s group, who showed that intradermal injection of pDNA leads
to a prolonged expression of intracellular antigen by dermal keratinocytes,
fibroblasts and cells with the morphology of Langerhans cells and macrophages
(359). Dermal and epidermal layers are known to be a central region for immune
responses. Dendritic cells, macrophages and Langerhans cells reside in these regions
and serve as sentinels that encounter antigens following tissue damage or infection.
After exposure to the antigen, inflammatory responses are induced, such as the
production of cytokines and the activation of APCs. After antigen uptake and
processing, APCs traffic to the lymphoid tissues were they localize to the T cell rich
zones. Here, T cell priming proceeds upon delivery of at least two critical signals.
The first signal confers antigen specificity through the engagement of the T cell's
unique T cell receptor by peptide antigen presented on the major histocompatibility
complex molecules of the APC. TCR signaling alone, however, is insufficient to prime
naive T cells, a fact which is thought to prevent inappropriate activation of naive T
cells that may encounter self-antigens on MHC molecules on normal tissue. The
second non-antigen specific signal must be delivered to the T cell for full activation.
The best-characterized source of a second signal is engagement of CD28 on T cells by
its ligands CD80 (B7-1) or CD86 (B7-2) which are exclusively expressed on
activated APCs.
We think that the migration of APCs to lymphoid organs is an important part
necessary to induce an effective immune response. Trafficking of APCs to lymphoid
tissue was demonstrated by injection of a luziferase reporter gene construct. After
injection into the ears of Balb/c mice, we sectomized the animals and isolated the
cervical lymph nodes. Cervical lymph nodes were analyzed for transgene expression
by a standard luziferase assay. We could clearly demonstrate luziferase gene
expression at day two post pDNA injection. We think that this might be due to the
activation of APCs that upon antigen encounter migrate to neighboring lymphoid
tissue to prime T and B lymphocytes. The timing is in accordance to the observation
that the first wave of mitotic activity is normally seen in lymphoid tissue on day one
or two after immunization. Another reason for reporter gene expression in
neighboring lymph nodes might be due to the efflux of the injected solution. We
observed that injected fluids disappeared within two hours after injection. Epithelia,
such as the skin and the mucosa of the gastrointestinal and respiratory tracts have a
lymphatic drainage. We think that pDNA molecules might be flushed from the
injection site and transported to lymphoid tissue were they are sampled by lymph
nodes after passage of the afferent lymphatics. Efflux of the injected fluids was
demonstrated by injection of Isovit-300 and autoradiography. Independently on the
mechanism how pDNA constructs are transported to the lymphoid tissue, the
expression and processing of the transgene in lymph nodes meets one of the
requirements for an effective activation of humoral and cellular immunity.

6.6 Protection from tumor growth by pDNA vaccination

It has been recognized for many years that tumors are often antigenic but not
immunogenic (360, 361). Detailed analysis of tum- variants obtained by in vitro
treatment with mutagens revealed that mice that had rejected tum- variants were
significantly protected against a challenge with the original tumor (362, 363). This
indicated that the latter was antigen positive. Since then it has been shown that many
tumors express antigens which may be recognized by CTLs and thus display the
necessary targets for potential immunotherapy.
In our model, pDNA immunization using a mammalian expression vector encoding a
tumor antigen proved to be an efficient method to counteract tumor expansion in vivo.
We chose the mutated p53 tumor suppressor antigen as a target for the induction of a
protective immune response since it is frequently mutated and overexpressed in
human cancers (6.2.1-3). Although most attention has been focused on the role of
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p53 in malignant transformation there is increasing interest in its ability to elicit
cellular (364) and humoral immune reactions (365-367).
Different alleles of the mutated p53 tumor antigen were isolated from the murine
fibrosarcoma cell line Meth A. These alleles have been reported to be able to induce
cellular immunity by numerous groups (368-370). The Balb/c murine sarcoma
Meth A is known for high p53 expression (371) and three missense point mutations
in the p53 coding sequence (372). A nonamer peptide containing the codon 234
mutational product elicited peptide specific cytotoxic T cells and CD4+ T helper cells.
Immunization of mice with these peptides in adjuvant before tumor challenge
inhibited Meth A tumor growth whereas immunization with peptides encoding the
wild type sequence had no effect on tumor growth. Only the mutation in codon 234,
resulting in a Met to Ile substitution, was found to create an antigenic peptide
recognizable by CTLs, and only one of the peptides spanning this region (KYICNSSCM)
generated CD8+ T lymphocytes that lysed peptide pulsed cells in a Kd-restricted
fashion. This peptide contained a tyrosine at position 2, a characteristic shared with
other Kd restricted peptides (373). The corresponding wild type peptide
(KYMCNSSCM) with the same motif did not elicit T cells. We think that the Met to Ile
substitution in codon 234 (position 3 in the peptide) creates an aggretope rather
than a new epitope, because isoleucine at position 3 in Kd-restricted monomers is a
far more frequent residue then methionine (373), and X-ray analysis of HLA-B27
(374) and peptide motifs of mouse and human MHC molecules (375) suggest that
amino acids at position 2, 3, 5, and carboxyl termini function as anchors or
auxiliary anchors with their side chains in contact with pockets in the MHC molecule
(Fig. 6.1).
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Fig.6.1  Anchor positions involved in Kd-restricted MHC binding. Peptides are bound as
nonamers (yellow box). Tyrosine at position two is required for peptide MHC class I binding.
Strongly binding (red) or weakly binding (green) amino acids within the pocket of the MHC
molecule are illustrated by color. The wild type peptide and the mutant peptide, spanning the
234 mutation are described. The exchange of isoleucine for methionine at position 3 creates a
new strong binding site for MHC class I molecules. However, exchange at position 5 results
in loss of one strong binding site.

Noguchi et al. could even demonstrate the regression of established Meth A sarcoma
transplants, when mice were vaccinated with the mutant peptide in combination of
adjuvant and low doses of IL-12 (370). IL-12 is a strong inducer of IFN-γ (376)
and facilitates the differentiation of TH0 to TH1 and TH2 to TH0 (377). However, the
generation of synthetic patient-specific antitumoral peptides is expensive, time
consuming and unrealistic on a large scale whereas antigen loading by gene transfer
should be more efficient at CTL induction. pDNA vaccines are encoding the whole
antigenic molecule that is processed to many different peptides, allowing determinant
selection to occur. For clinical and veterinarian use, vaccines must be efficient
across the diversity of many MHC haplotypes. The provision of whole protein rather
than a limited number of peptides would therefore be advantageous. It is well
established that tumors undergo antigenic variation and immunization with the full-
length tumor antigen might be more effective instead of using only a single peptide
antigen. pDNA vaccines also confer a long lasting antigen stimulus and we could
demonstrate transgene expression for months. The use of peptides, on the other hand,
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is far more restrictive. They can activate just a single population of immune effector
cells and are degraded much faster. For peptide pulsing, peptides have to incorporate
specific amino acids with anchor residues that fit into the major grove of MHC
molecules. In contrast to endogenously produced tumor antigens exogenous synthetic
peptides should mainly target the MHC class II pathway: for example vaccination of
patients with adenocarcinoma using mannosylated MUC-1 was efficient at stimulating
antibody production and relatively inefficient at CTL induction (378).

6.6.1  Protection of immunized mice from solid tumor growth

For specific tumor cell lysis and immunization against an internal tumor antigen like
mutant p53 we wanted to activate effector mechanisms that naturally recognize
intracellularly altered cells. The induction of mutant p53 specific CTLs was
performed by using mutant p53 encoding pDNA constructs. The pDNA was injected
into epidermal layers of the ear or food pad of Balb/c mice, regions containing high
surface densities of epidermal Langerhans cells (247), (6.5.1). After pDNA
immunization mice were inoculated with tumor cells and tumor growth was analyzed.
All non-treated control mice developed large tumors and died within 4 weeks. Mice
injected with the pDNA vaccine, however, showed long termed resistance to Meth A
tumor growth for at least 12 months. Time kinetics showed that protective immunity
was induced most efficiently 2 months after onset of pDNA vaccination. pDNA
immunization was carried out in 10 days intervals because in vivo luziferase
reporter gene expression was significantly reduced after the first week (6.4).
Immunization periods shorter then 60 days resulted in less efficient protection from
Meth A tumor growth (> 20-30 days had no effect on tumor rejection). Injections of
the pDNA vaccine did not cause any visible toxic effects and histologies from the
injection site appeared normal. Neutralizing antibodies that bind to the plasmid
molecules could not be detected.
pDNA vaccination was also performed by a gene gun. For biolistic particle
bombardment pDNA was coated to gold particles and used for immunization. A
protective immune response and Meth A tumor cell rejection was observed after 60
days and six immunizations. In general, immunization by injection of the pDNA
vaccine as a liposome/pDNA mixture was more efficient than injection of pDNA
solubilized in PBS. Biolistic gene transfer was least effective although reporter gene
expression showed best results when using this method. Biolistic transfer is known
to preferentially activate the Th2 subpopulation of T lymphocytes, whereas direct
injection of naked DNA was connected to Th1 induction (379). The Th2 subset of
lymphocytes is involved in the production of cytokines like IL4, IL5, IL6, and IL10
that promote B-cell activation and immunoglobulin class switching. However, type 1
like helper T cells support the development of cellular immune responses, including
CTL and the IgG2a immunoglobulin subtype by production of cytokines like IL-2 and
interferon-γ. Such phenomena might influence efficiency of tumor cell rejection,
especially since it has been shown that the type of T cell help can have a profound
effect on the outcome of a disease (380).
Next, we wanted to analyze the specificity of pDNA vaccination. We inoculated
immunized, Meth A resistant mice with other syngeneic tumor cells. The growth of
HC11-Q6 tumor cells was not influenced by pDNA-injection. The p53 gene in HC11-
Q6 tumor cells is mutated at different regions and tumor cells harbor a phenotype
with lower p53 expression levels. Therefore we think that the protection from
tumor growth by the DNA-vaccine is most probably dependent on the presence of
specific mutations within the p53 tumor antigen. Mice injected with pDNA encoding a
bacterial β-galactosidase or a firefly luciferase gene were not protected against Meth
A tumor cells. Again, this indicates that tumor-protecting properties are not due to
the properties of the transfer plasmid-vehicle.
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6.6.2 Established tumors cannot be reduced by pDNA vaccination

We also analyzed the therapeutic benefit of pDNA plasmids as an antitumor vaccine to
reduce established tumors. Mice with transplanted tumors were treated with pDNA
constructs but tumor growth was not influenced when compared to untreated control
animals. Previous experiments showed that immune effector mechanisms were
effectively activated 2 months after onset of pDNA-vaccination. However, tumors in
unprotected mice already killed the animals within 1 month (immunization periods >
20-30 days had no effect on tumor rejection). Our experiments suggest that
treatment of mice with established tumors did not allow the formation of an effective
immune response in time and mice were killed by the tumor before the immune
system could efficiently eliminate tumor cells or lead to tumor regression.
Another reason why pDNA vaccines were not efficient to reduce established tumors
might be due to the fact that malignant cells often have immunosuppressive
properties. It is now well established that solid tumors can secrete
immunosuppressive factors that inhibit the activation of immune effector
mechanisms. These factors might produce a microenvironment unfavorable for
lymphocyte action and for other immune modulating cells. Indeed, North and
Bursuker have distinguished two phases in the progressive growth of antigenic
tumors (381). The initial phase from day one to seven was associated with the
induction of CD8+ T cells capable of transferring specific resistance to secondary
donors. In the subsequent phase starting on day seven after tumor injection the
protective T cell response disappeared and a CD4+ cell population appeared that
mediated specific suppression. In accordance with this observation we have found that
intratumoral transfer of lymphocytes results in tumor regression but is loosing
effectiveness depending on the size and age of the parental tumor (see 6.7.1).

6.6.3 Immunized mice are protected from pulmonary metastases

The treatment of disseminated metastases is still a most difficult task for the medical
oncologist. The primary tumor can normally be excised by surgical means, but
metastasis normally results in the death of the patient. Our next experiments
examined the efficiency of pDNA vaccination to suppress metastases formation in a
mouse model system. Meth A tumor cells form extensively pulmonary metastases
upon intravenous transplantation into Balb/c mice. We analyzed survival of mice and
the presence of disseminated tumor foci in different organs after pDNA vaccination
and tumor cell inoculation. Histopathologic examination of sectioned tissue specimen
demonstrated that pDNA-vaccinated mice did not display any tumors in the lung,
spleen, kidney, and the liver. However, untreated mice showed disseminated tumor
nodules that were infiltrating the pleura of the lung. Histopathologic analysis did not
reveal metastasis formation in any other major organ of these mice. Additionally we
evaluated the survival of mice post tumor cell inoculation. We observed that 100% of
the non-treated animals died within 3 to 6 weeks because of lethal tumor growth,
whereas all of the treated animals were distinguished by a disease free period for
longer than 12 months. We conclude that pDNA vaccination efficiently protects mice
from the development of pulmonary metastases. Resection of the primary tumor,
followed by pDNA-vaccination against identified tumor antigens might prove as an
effective means to protect the patient against a reoccurrence of the tumor or it might
result in a prolonged disease free period of time after primary treatment.

6.7 The identification of effector mechanisms

Human tumors are poorly immunogenic although a large number of genetic
alterations were found in advanced cancers and should give rise to peptide neoepitopes
capable of being recognized by cytotoxic lymphocytes (33). Indeed, tumor-associated
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and tumor-specific antigens have been identified that could act as targets for
immunological attack (34). It is therefore possible that the immune system fails to
eliminate tumor cells not because neo-antigens are absent but rather because the
response to these neo-antigens is inadequate (35). The induction of immune
responses requires costimuli that may be cell surface molecules or specific
cytokines. The B7 molecule, present on APCs is known to be a key costimulator for T
cell activation (41-43). Experimentally, the presentation of MHC/peptide
complexes to the TCR might lead to anergy in the absence of B7 costimulation.
Therefore immunogenic tumors that do not express B7 can escape destruction by the
immune response because tumor targeted T cells receive inadequate costimulation.
Additionally tumors might lack or downregulate expression of MHC molecules or
other molecules required for adhesion of lymphocytes such as LFA-1 and LFA-3 or
ICAM-1 or they may express molecules like mucins that are anti-adhesive. They may
also secrete immunosuppressive cytokines such as TGF-β. We analyzed the
immunogenicity of Meth A tumor cells and determined cell surface expression of the
costimulatory molecules B7-1 and B7-2 and the ability of tumor antigen
presentation due to the presence of MHC class I and MHC class II molecules. FACS
analysis clearly demonstrated MHC class I expression, but expression of MHC class
II, B7-1, and B7-2 was missing. We think that the high tumorigenicity and low
immunogenicity of Meth A tumor cells is based on loss of these molecules. In our
model system tumor antigens can be presented via the MHC class I pathway but lack
of expression of the other molecules results in the inability to induce a humoral or
cellular immune response and therefore primary tumor cells in the non-vaccinated
animal cannot be rejected.
We planned to induce protective antitumoral immunity in mice by the application of a
pDNA based immunization that mimics, at least in part, the immune response induced
by a viral infection. After incorporation of the vector constructs by professional
APCs tumor antigen expression/processing is initiated and results in MHC class I
presentation and the induction of cytotoxic T lymphocytes. In contrast to the naive T
cell these cells are now independent of costimulatory signals and can perform active
cytolytic activity upon MHC-antigen peptide encounter on the primary tumor cells.
Principally, we expected cytolytic T cells to be the essential component of the
antitumor effector mechanism in our model system, because recognition of Meth A
tumor cells can only occur via the MHC class I pathway. An induction of T helper cells
by the tumor seems unlikely since these cells need MHC class II presentation.
However, the administration of pDNA has also proven to be an effective means of
generating humoral immune responses specific for the transgene. Nevertheless, we
do not expect B lymphocytes to play a major role in tumor rejection. First, the
animals are immunized with a tumor antigen present within the tumor cell that
cannot be detected or eliminated by secreted antibodies. In this case a humoral
immune response seems to be inefficient. Second, tumor cells do not express MHC
class II molecules and can therefore not induce T helper cells and the formation of a
cytokine milieu that is essential for efficient B cell activation.

6.7.1 The cellular immune response

The first indication that cytolytic T lymphocytes might be responsible for Meth A
tumor rejection was obtained by immunization studies using nude mice. These
athymic mice lack the T lymphocyte dependent immune responses. In contrast to
immunocompetent Balb/c mice these mice failed to develop protective immunity upon
pDNA administration and tumor cell transplantation. We therefore think that the
presence of T lymphocytes is a necessary requirement for tumor cell rejection.
Direct evidence for the presence of mutant p53 specific cytolytic T lymphocytes in
pDNA immunized Balb/c mice was obtained by a 51Cr-release assay. We clearly
demonstrated lytic potential of T lymphocytes using a dendritic cell line, transfected
with mutant p53 constructs. On the other hand, lymphocytes isolated from untreated
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or tumor bearing mice did not show CTL activity. Our results clearly suggest that
pDNA vaccination and expression of the transgene induces effectively CTLs that can
eliminate mutant p53 expressing cells. Point mutations in the p53 tumor
suppressor gene can create neo-antigenic determinants that serve as tumor antigens
when processed and presented by class I MHC molecules (6.6). The specificity of the
immune response was demonstrated by two experiments. First, non-transduced
dendritic cells that did not express the mutant p53 genes were not lysed in vitro
when incubated with lymphocytes isolated from Meth A resistant, immunized
individuals. Second, Meth A resistant mice developed lethal HC11/Q6 solid tumors
upon tumor cell transplantation. These tumor cells also express mutant p53 but
contain different missense mutations.

The efficacy of our preactivated mutant p53 specific T cells was also tested in a T cell
based cancer immunotherapy. It is firmly established in animal models that
adoptively transferred specific T lymphocytes can eradicate otherwise lethal tumor
loads (382-386). The success of this procedure is dependent on the number, the
ability to home to target cells and the specificity of the transferred effector cells. We
already could demonstrate that protection from Meth A tumor growth is mediated by
cytolytic T lymphocytes in pDNA immunized mice. Further we wanted to investigate
whether infusion of spleen derived lymphocytes from vaccinated animals into
secondary tumor bearing recipients influenced progression of tumor growth. We
could show that lymphocytes, sensitized by pDNA immunization, eradicated tumors or
slowed down tumor growth when introduced intratumorally the mice. The adoptive
transfer of these cells was capable of mediating complete regression of Meth A
tumors within one week, observing first signs of tumor rejection two days post
injection. However, these effects were not observed when transferred lymphocytes
were derived from untreated or tumor bearing mice. Intratumoral or intravenous
transfer of these lymphocytes mediated no delay in outgrowth of Meth A tumors.
Macrophages also did not seem to be involved in the process of tumor rejection. When
isolated from the peritoneum of pDNA-immunized mice and injected into tumor
bearing recipients, they had no effect on tumor growth.

In general, the effect of tumor regression was dependent on the size of the tumor and
the timepoint of lymphocyte transfer post tumor cell inoculation. Growth of large
tumors was not influenced by T lymphocyte transfer. We think that the amount of
injected Meth A reactive lymphocytes and the number of transfer infusions might be
crucial for successful tumor eradication. The implication of a well-balanced ratio of
CTLs and tumor mass is reflected by the observation that lymphocyte transfer can
induce temporary growth inhibition for about 10 days. Successive CTL-
immunizations might revert tumor growth and lead to the eradication of malign
tumor cells. However, the treatment of large tumors might also be complicated by
secretion of immunosuppressive factors and inhibition of immune effector
mechanisms. Similarly, North and Bursuker have distinguished two phases in the
progressive growth of antigenic tumors (381). The initial phase is associated with
the induction of CD8+ T cells capable of transferring specific resistance to secondary
donors. In the subsequent phase starting seven days post tumor injection the
protective T cell response disappears and a CD4+ cell population appears that
mediates specific suppression. Indeed we speculate that immunosuppressive events
might be involved when tumors are not rejected following lymphocyte transfer. Our
hypothesis is founded on the observation that pDNA vaccination is also inefficient in
mice with established tumors (see 6.6.2). In accordance with this view intratumoral
transfer of lymphocytes isolated from immunized mice might very well loose
effectiveness depending on the size and age of the tumor.

Our results clearly demonstrate that the adoptive transfer of spleen-derived
lymphocytes from pDNA-vaccinated mice transfers antitumor immunity to non-
vaccinated recipients. This indicates that CTLs are the predominant effector cells.
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Cured mice stayed tumor free for a follow up period of 12 months. However,
intravenous administration of T lymphocytes showed no antitumoral effect, maybe
due to an inappropriate amount of transferred CTLs or an inappropriate homing of in
vitro cultured lymphocytes. We think that our results might be improved by
increasing the number of transferred lymphocytes or by repeated adoptive transfer
of CTL effector cells, especially in chases where one single lymphocyte injection
resulted in temporary tumor growth inhibition.

6.7.2 The humoral immune response

Administration of pDNA has proven to be an effective means of generating humoral
immune responses specific for the transgene (387, 388). The activation of B
lymphocytes can be demonstrated by the presence of specific serum antibodies
following pDNA vaccination. The antibody isotypes induced by pDNA immunization are
generally IgG, but serum IgM and IgA also have been detected by different groups
(388, 389). In mice the subclass of serum antibodies induced by DNA-vaccination is
predominantly IgG2a suggesting that the generation of Th1-like T cell help may be a
general property of DNA-vaccines. However, vaccination using a gene gun appears to
shift immune responses toward Th2-like responses that is typified by a
predominance of the IgG1 immunoglobulin isotype (390). The identification of the
antibody isotypes therefore might give a clue which T helper subtypes are
predominantly induced by our pDNA vaccination technique. This is particularly
important because dependent on the type of T helper cell activation different
functional subsets of immune reactions can be distinguished. For mice, a
predominance of the IgG2a isotype indicates activation of type 1-like helper T cells
that produce cytokines such as IL-2 and IFN-γ, and support the development of
cellular immune responses, including CTLs. On the other hand cytokines like IL-4,
IL-5, IL-6, and IL-10, are produced by type 2-like T helper cells, that promote B
cell activation and immunoglobulin isotype switching. Activity of Th2 cells is
indicated by predominance of the IgG1 immunoglobulin isotype.

We wanted to identify serum antibodies recognizing mutant p53 using a Western blot
procedure and examined binding to recombinant mutant p53. Different groups of
mice were analyzed: pDNA vaccinated tumor resistant mice that were immunized by
injection or particle bombardment; untreated control mice; tumor-bearing
untreated control mice; tumor-bearing pDNA immunized mice. Serum samples were
taken from the lateral tail vein pre-study, post immunization, and after tumor cell
inoculation. None of these mice displayed antibodies binding to recombinant mutant
p53. The absence of a humoral immune response is not surprising. We did not expect
the humoral immune response to be efficient for tumor cell rejection because of
three reasons. First, immunization of nude mice with our pDNA constructs proved to
be inefficient and mice succumb to lethal tumor growth. Athymic nude mice are
characterized by a phenotype negative for T lymphocytes although B cell populations
are unaffected in these animals. Second, p53 is an intracellular protein that under
normal conditions is not accessible for circulating antibodies. Serum antibodies only
recognize peripheral antigenic structures. Third, second messenger activation of B
lymphocytes is often provided by contact with helper T lymphocytes and by cytokines
produced by these cells. It is now well established that the pDNA is taken up by
various cell types of the skin which then produce the gene product (391). Therefore
mutant p53 becomes an intracellular antigen that can be processed and presented via
the MHC class I pathway like other intracellular antigens (392). This pathway is
known primarily to induce cytolytic T lymphocytes that can eliminate infected cells.
Additionally tumor cells do not express MHC class II molecules and are not able to
support T helper cell activation. Thus, our results clearly suggest that a humoral
immune response does not contribute to tumor rejection.
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6.8 Optimization of an antitumor immune response

Immune responses generated by pDNA vaccination can be optimized by the codelivery
of costimulatory molecules like CD80 or CD86 (393). The CD80 (B7-1) and CD86
(B7-2) molecules interact with the CD28/CTLA4 molecules on T cells and provide
an important second signal in addition to ligating the T cell receptor to the MHC
peptide complex (394, 395). These two signals then facilitate expression of IL-2
receptor and progression of the T cell through the cycle of immune activation. CD80
and CD86 are upregulated during the antigen presentation, most likely following
CD40/CD40-ligand interactions between T cells and APCs (396). Indeed, it could be
shown that the coadministration of the CD86 gene resulted in a dramatic increase in
cytotoxic T lymphocyte induction as well as T helper cell proliferation. Other reports
describe that coinjection with plasmids encoding cytokines, such as granulocyte-
macrophage colony-stimulating factor, enhances antibody production and T helper
responses to the targeted antigen. In contrast, coinjection with plasmids encoding IL-
12 blunts the antibody response but enhances T helper and CTL responses (397,
398). Based on this results we support the idea that the delivery of genes encoding
immunomodulatory molecules together with those that encode the antigen permits to
boost the immune response and allows the tailoring of the immune response toward
effector mechanisms that are best suited for an antitumor immune response.

6.9 Evaluation and future aspects of pDNA vaccines in
antitumor immunity

Part of the appeal of DNA vaccines is that in contrast to the more traditional methods
vector constructs offer a number of attractive attributes: their simplicity, the
apparent robustness of the technology, their efficacy and applicability to various
pathogens and diseases and their ability to induce vigorous cellular immune
responses. They have also been shown to break haplotype restriction and individuals
nonresponsive to the recombinant protein-vaccine suddenly generated H-2Kb and H-
2Db-restricted CTL responses when immunized by the pDNA vaccine (399). The
efficacy of DNA vaccines can be enhanced or modulated through the use of
formulations that increase DNA stability, the coexpression of immune molecules that
affect the processing of antigens, or through the use of adjuvants that affect the
immune responses that are mounted against the expressed antigen. Another
potentially effective and simple way of enhancing immune responses to pDNA
vaccines is via an adjuvant effect of the DNA itself. Work over the past five years has
shown that certain sequences can induce cytokine secretion and lymphocyte activation
(400, 401). It has been shown that certain CpG motifs in bacterial DNA are
particularly stimulatory, probably due to the methylation state of the DNA (402).

One requirement for successful pDNA vaccination is the presence of an intact immune
system. From a clinical point of view, the treatment of human cancer is only possible
if it is assumed that human tumor cells can be specifically recognized by immune
effector mechanisms. For specific antitumor immunity tumors must express tumor
antigens and accessory molecules that can be recognized by cells of the immune
system. Point mutated oncogenes are not likely to be presented since the estimated
chance for successful association of such a peptide given a certain set of MHC
haplotypes is low (403). The deletion of tumor suppressor genes is not at all
expected to betray itself in this way. In addition, there is evidence to suggest
downregulated MHC class I expression as a fairly common mechanism to escape from
immunosurveillance (404, 405). Thus we must face the possibility that many
tumors do not express cell surface structures that can trigger an antitumor immune
responses. In our case the analysis of Meth A tumor cells showed no expression of the
costimulatory molecules B7-1 and B7-2 and no expression of MHC class II
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molecules. On the other hand these tumor cell express MHC class I molecules that are
necessary for the induction of cytolytic T cells. We strongly suspect that Meth A
tumor cells are immunogenic, but are not rejected by the host animal because in
contrast to preactivated T cells naive T lymphocytes miss the contact with
costimulatory ligands beside encounter of an antigenic MHC-peptide complex (6.7).
By pDNA delivery encoding defined immunogenic tumor antigens, professional antigen
presenting cells can take up the pDNA vaccine and present immunogenic peptides in
combination with the required costimulatory molecules to the immune effector cells
of the host. Indeed we could only identify MHC class I associated effector mechanisms
in immunized individuals (6.7.1).

Unfortunately our mouse model system is unsuitable to examine pDNA vaccines as a
means of tumor therapy. We observed that Meth A tumors are extremely lethal and
kill mice within one month when applied subcutaneously or even after two to three
weeks when metastasis formation is induced. On the other hand protective immunity
needs two months to develop effectively, a common observation in pDNA vaccination
(406). We observed that a subsequent administration of the pDNA vaccine in three
day intervals post tumor cell inoculation did not influence the development of the
tumor and corroborate the importance of time the individual needs to set up an
effective immune response. However, our model was extremely effective to
demonstrate the induction of a protective antitumor immune response in vivo. The
data obtained in our mouse model system is of direct relevance to the treatment of
human tumors. We recommend the use of pDNA as an antitumor vaccine to immunize
individuals with inherited disorders that predispose to cancer. The observation of the
familiar environment might give a clue for individuals that run a higher risk to be
affected by this disease. Familiar disposition to cancer is often associated with
acquired genetic disorders. Another application of our vaccine might result in the
systemic treatment of patients post operation and chemotherapy. After surgical
resection of the primary tumor and chemotherapy, patients often succumb to a
disease free period for some years before reoccurrence of the tumor. Reoccurrence of
the tumor is often associated with disseminated tumor nodules, higher aggressiveness
of tumor cells and resistance to chemotherapy and often results in the death of the
patient. We hope that a pDNA immunization during this period can induce protective
immunity targeted for cells that show the typical genetic disorders and might result
in a prolonged disease free period or even in the cure of the patient. Our pDNA vector
constructs encoding mutant p53 proved to be specific for typical genetic disorders
and did not act on tumor cells expressing different mutations. Our experiments also
clearly demonstrated no relapse of Meth A resistant mice, even after repeated tumor
cell inoculation. The formation of metastases was totally suppressed in these mice.

However, one should not forget the risks involved in the application of pDNA
vaccines. Beside the concerns of inducing autoimmune diseases when using pDNA
vector constructs encoding neoantigens, the introduction of tumor antigens into
normal cells might result in the deregulation of normal cell function. The p53 tumor
suppressor is known to be a central player to prevent tumorigenesis, active as a
tetramer. It is now well established that mutant p53 can act in a dominant negative
manner by oligomerization with wild type p53. The introduction of a mutant allele
can therefore eliminate the tumor suppressive properties of wild type p53 and might
result in tumorigenesis. This can be prevented by using pDNA constructs encoding
mutant p53 fragments that have lost protein oligomerization function and DNA
binding properties by deletion or specific point mutation. However, the main source
of unease among scientists and clinicians is the possibility of random integration of
plasmid DNA into the host genome with an attendant risk of mutagenesis. If such
insertional mutagenesis takes place this could result in the activation of cellular
proto-oncogenes or the inactivation of some tumor suppressor genes. Alternatively,
insertion into germ cell DNA could cause genetic disease in a future generation. These
concerns are particularly justified if one is eventually to consider vaccinating large
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populations of otherwise healthy individuals, especially infants or children. If there
is a real risk of insertional mutagenesis with pDNA, then the potential benefits of
prophylactic immunization obviously cannot justify a perceived increased risk of
mutational events. This fear of the use of pDNA arises particularly from the well-
known ability of certain viruses to insert their nucleic acid into the genome of the
infected cell. However, the vectors used for immunization do not need to contain any
sequence capable of promoting integration. The high level of integration of viral
genomes is, after all, an active process requiring accessory cellular enzymes, such
as helicase, topoisomerase or integrase. Nonetheless, low levels of integration of
pDNA can be obtained in cell culture under optimized conditions. However, in vivo
studies showed that injected pDNA constructs remained extrachromosomal although
they remained in the tissue for weeks or even months and could be expressed for long
periods of time (407). In addition, terminally differentiated cells are normally in a
postmitotic state, and the absence of cellular DNA replication in the cells that have
taken up the DNA will guard against integration that is thought to normally require a
round of DNA synthesis.

Chapter II

Transduction of dendritic cells with mutant p53 alleles creates an
efficient antitumor vaccine

The description of skin dendritic cells by Langerhans in 1968 was followed by
prolonged speculation as to their function. Steinmann and Cohn identified mouse
spleen DCs in 1973 (408) and initiated a series of experiments that established
lymphoid tissue derived DCs as potent stimulators of primary immune responses
(409-411). However, studies of DCs have been greatly hampered by their low
frequency in blood and tissue and by lack of specific DC markers. Nonetheless,
several laboratories persisted with their investigation leading to the current
acceptance that DCs represent discrete leukocyte populations that arise from CD34+

progenitors in the bone marrow and exhibit typical functions of professional antigen
presenting cells (412, 413). Along with B cells and mononuclear phagocytes these
cells are capable of highly efficiently present antigens to the immune system in the
context of both major histocompatibility complex class I and class II molecules. What
makes DCs stand out from other professional APCs, however, is their seemingly
unique ability to present antigen to T lymphocytes which have had no previous
contact with antigen and induce primary immune responses, i.e., activate
immunologically naive T cells (414). This gives DCs a central role in the initiation
of immune responses and creates possibilities for their use in the development of
therapeutic strategies against tumors and other diseases.

However, a paucity of markers for DCs, the difficulty distinguishing DCs from
monocytes/macrophages, and the problems involved in purifying DCs slowed down
their use as anticancer agents. Current approaches for the enrichment of mouse DCs
which are present at very low frequencies in lymphoid and non-lymphoid tissue as
well as in the circulation (415-419), are usually difficult and time consuming
multistep procedures. Generally, knowledge about DCs has been obtained mainly from
studies of DCs enriched by density centrifugation, followed by over night culture and
negative selection (420-424). We used a faster and more convenient way for the
enrichment of primary DCs from mouse spleen or bone marrow. CD11c, MHC class II
positive DCs can be obtained using positive selection columns. The method is based on
the positive selection of mouse DCs with MACS CD11c MicroBeads. The CD11c
antibody clone N418 is specific for the αx subunit of the leukocyte integrin αxβ2

(425). CD11c is strongly expressed on mature mouse DCs from lymphoid tissues
(426) and on CD4-/CD8+ intraepithelial lymphocytes (427). The CD11c antibody is
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labeled with magnetic beads and is retained in a magnetic field separator. For
isolation of primary DCs, cell suspensions were incubated with MACS CD11c
MicroBeads and passed over a magnetic field seperator. Isolated cell fractions were
subjected to FACS analysis, and DCs were identified by anti-CD11c-PE and anti-MHC
class II-FITC staining. Before seperation, bone marrow derived cells were cultured
in the presence of IL-4 and GM-CSF for 7 days to differentiate CD34+ progenitors
into fully developed DCs. MACS separation enriched CD11c+/MHC class II+ cells from
15% to 53%, with a total yield of 1 x 106 DCs/mouse. On the other hand, spleen cell
suspensions contained 47% CD11c+/MHC class II+ cells before separation. After
MACS, spleen derived DCs were of higher purity (86%) and higher yield (2-4 x 106

DCs/spleen) when compared to bone marrow derived DCs. Bone marrow derived DCs
and spleenic DCs did not only vary in purity of cell fraction and number of positive
cells but we also think that they might be characterized by differences in antigen
uptake and ability to stimulate immune responses. It has been shown that bone
marrow isolated from mice does not have constitutive allostimulatory activity
(428). However, mouse bone marrow cultured in GM-CSF and IL-4 enables a DC-
like population to emerge (429-432). These generated mouse DCs are
alloresponsive but lack significant expression of mouse DC markers like N418
(430). This fact explains the low amount of isolated bone marrow derived DCs. On
the other hand, spleenic dendritic cells express CD11c, high-density MHC products,
low level CD4, and certain CD14 epitopes detected by some monoclonal antibodies
(433, 434). It is now well established that spleenic DCs are potent APCs in allo-
MLRs (435-437) and oxidative mitogenesis assays (438). In our next experiments
we tested primary DCs isolated from Balb/c mice in an alloresponse using purified T
lymphocyte populations from C57/BL6 mice. Results were compared to the induction
of an alloresponse by the dendritic cell line D2SC-1. This cell line has already been
described as very efficient stimulators of naive or pre-sensitized T cells (278).
Indeed, 3H-incorporation into T cells was comparable when using enriched bone
marrow derived DCs, spleenic DCs or the dendritic cell line D2SC-1 as target cells.
Bone marrow has been described as week stimulator in an allo-MLR by different
groups (439, 440). However, we could show that cytokine activated dendritic cells,
differentiated from bone marrow, gained significant allo-MLR activity when treated
with GM-CSF and IL-4.

6.10 Transduction of dendritic cells with tumor antigens

We wanted to transduce DCs with tumor antigen and use them as cellular vaccine to
induce antitumoral immune responses. However, transfection of DCs with tumor
antigens and their ability to induce an antitumoral immune response in vivo might
depend an the maturation stage (446). During development of a dendritic cell the
cellular machinery is switched from antigen processing and presenting to T cell
costimulation and activation (441-445). The maturation stage might therefore
influence transfection efficiencies or antigen uptake, processing and presentation of
the antigen, clustering and activation of T and B lymphocytes and costimulatory
properties. We were able to isolate bone marrow derived primary DCs and spleenic
mature DCs. Additionally we used a DC derived immortalized cell line D2SC-1 that
was already described to be a efficient for T cell activation, as shown in an
alloresponse.

Different methods were used to transfect DCs, such as calcium phosphate
precipitation, lipofection, electroporation and retroviral transduction. Transfection
efficiencies were compared by GFP- or β-Gal reporter gene expression. Renca cells
that were used as a positive control for successful transfection showed nice
expression of the reporter genes. On the other hand we were unable to visible
transfect primary dendritic cells. Retroviral transduction, calcium phosphate
precipitation or lipofection of primary dendritic cells was totally inefficient,
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whereas electroporation resulted in just a few positive cells. These results match
with published data describing gene transfer to primary dendritic cells only in
combination with the most sensitive bioactivity assays (447, 448). So far we could
not find any publication, demonstrating direct efficient gene transfer into these cells.
We think that one obvious reason for the low transfection efficiency is due to the fact,
that terminally differentiated, non-deviding cells as primary dendritic cells are
generally difficult to transfect. However, recently new transfection protocols using
adenoviral gene transfer have been successfully established (449-454). Adenoviral
infection and gene transfer is independent of mitosis in contrast to retroviral gene
transfer that needs cell division and nuclear breakdown for the integration of the
viral DNA into the genome. Therefore this new method might be useful to transfect
primary dendritic cells in the near future. Another possibility for efficient gene
transfer might be the transfection of CD35+ positive progenitor cells in the bone
marrow before they differentiate to functional dendritic cells. Successful
transfection still has to be demonstrated.
The use of the dendritic cell line D2SC-1 for gene transfer proved to be more
successful. Retroviral transduction of the dendritic cell line D2SC-1 was very
efficient in our hands. By repeated infection with β-galactosidase gene containing
retroviruses we obtained 70-100% transduced DCs. In the following experiments
this method was used to transfer the mutant p53 tumor antigen into the antigen
presenting dendritic cell line D2SC-1. This cell line was then used as targets for in
vitro 51Cr release assays or for induction of in vivo antitumor immune responses.

6.10.1 Use of transduced DCs as targets cells for cytolytic T
lymphocytes

We wanted to use the antigen presenting properties of transduced dendritic cells to
screen spleenic lymphocytes of immunized mice for cytolytic activity in a 51Cr
release assay. Transduction of the dendritic cells with the p53 tumor antigen was
performed by a stably transfected retroviral packaging cell line TeFly AF13 (234).
Stable clones budded mutant p53 positive virus transfer vesicles into the
supernatant. The retrovirus containing supernatant was used for infection of DC
target cells. The virus titer was determined to be 2.4 x 105 CFU/ml. Multiple
infections enlarged the proportion of transduced target cells. DCs, transduced by the
tumor antigen were assayed by FACS analysis and analyzed for p53 expression. Again,
70-100% of dendritic cells were positive and showed enlarged expression of p53.
Subsequently these cells were labeled by incorporation of 51-sodium chromate and
used as target cells for a chrome-release assay. In parallel, effector cells were
isolated from mutant p53 pDNA immunized mice or untreated mice. As specified by
release of sodium chromate into the supernatant, cytolytic T lymphocytes, isolated
from pDNA immunized mice clearly recognized transduced DCs. On the other hand, T
cells from untreated mice did not recognize the p53 tumor antigen and did not show
cytolytic activity within four to six hours.

6.10.2 Use of transduced dendritic cells as a cellular vaccine

Protocols for clinical immunotherapy programs, targeted on malignant cell antigens
or infectious agents were designed to exploit DCs as nature adjuvants for an optimal
therapeutic vaccination. Because DCs can prime animals in the absence of any other
adjuvant they have been termed nature's adjuvant. DCs express high levels of antigen
presenting major histocompatibility complex products (HLA-DP, DQ, DR; HLA-A, B,
C) as well as several accessory molecules (B7-1, B7-2, LFA-3, ICAM-1, ICAM-3,
CD40) that mediate T cell binding and costimulation. These properties combined with
the presentation of an immunogenic tumor antigen might present a potent cellular
vaccine to protect the vaccinated individual from tumor growth. In mice, protective
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immune responses against tumors can be induced after immunization of the animal
with DCs pulsed with defined synthetic tumor peptides (455), acid-eluted peptides
from tumor derived cell lines (456), intact soluble tumor proteins (457), or with
DCs transfected with tumor derived genes (458, 459). One advantage of using pDNA
transduced DCs instead of peptide pulse DCs is that the pDNA encodes multiple
epitopes for many MHC class I alleles. Hence pDNA transfected DCs can be used to
stimulate CTL responses in many different individuals without prior knowledge of the
haplotype of the individual. By using the whole gene we also avoided the need to know
which specific epitopes of the tumor antigens can induce cellular immune responses,
a fact necessary to know for synthetic peptide design prior DC pulsing.

We tested a new strategy for cancer immunotherapy by using mutant p53 transduced
dendritic cells as a cellular vaccine. Their potential to induce protective immunity in
mice when injected into the animal was analyzed. Upon intravenous or subcutaneous
injection we demonstrated that DCs transduced with RNA encoding the mutant p53
tumor antigen were potent immune stimulators that can induce protective immunity
in mice. After tumor cell inoculation, 50% of treated animals were resistant to Meth
A tumor cell growth and the formation of metastases. Protection from tumor
development was independent from subcutaneous or intravenous application of the
cellular vaccine. Interestingly, both mutant p53 alleles developed a protective
immune response in the vaccinated animal.

Our transduced dendritic cells were clearly able to induce cytolytic activity of T
lymphocytes when isolated from pDNA vaccinated animals (6.7.1), a necessary
requirement for the induction of an effective antitumor immune response. However,
the presence of mutant p53 specific T cells in DC vaccinated animals still has to be
established. Generally, the induction of a cellular immune response can be analyzed
using standard proliferation assays, the specific cytolytic T cell activity can be
demonstrated by a 51Cr release assay. Alternatively in vivo depletion studies using
anti-CD4 or anti-CD8 antibodies can be invented to eliminate single effector
populations by specific complement activated lysis. Corresponding experiments are
ongoing.

6.11 Tumor cells can escape immunotherapy

Tumor escape mechanisms are a common phenomenon in cancer. Mice that developed
normal Meth A tumors were killed within one month and explanted tumor cells
showed a Meth A p53 specific phenotype. However, we observed that in some tumor
resistant mice tumors developed spontaneously after about three months. Those
tumors were excised and analyzed for p53 expression. Interestingly, these tumors
had downregulated their p53 levels as shown by FACS analysis. We think that tumor
cells might have escaped detection from the immune system by clonal expansion of
cells with low or undetectable levels of mutant p53. We could also show that the
immune response, induced in the vaccinated animal was based on specific mutations
within the p53 tumor suppressor gene. Immunized, tumor resistant mice injected
with the ras-transformed mammary epithelial tumor cell line HC11-Q6 developed
tumors and eventually died. The same phenomenon was also observed in 6.6.1.
We conclude that the treatment of a large variety of tumors depends on the isolation
of mutated genes and the identification of specific immunogenic mutations encoded by
these tumor antigens. We also conclude that upon specific immunization of
individuals with tumor antigens a downregulation of these genes as apart of a tumor
escape mechanism has to be expected. However, in our case downregulation of p53
might make tumor cells more susceptible to chemotherapeutic treatment, were
resistance has been observed in combination of p53 mutation and overexpression
(6.2.2).
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6.12 Future aspects

The dendritic cell network is a specialized system for presenting antigen to naive or
quiescent CD4+ or CD8+ T cells (462). Numerous studies have documented the
exceptional ability of DCs to stimulate T cell responses in vitro and in vivo (463-
469). We demonstrated that dendritic cells transduced with mutant p53 are potent
inducers of a protective antitumor immune response in vaccinated mice. Tumor
rejection was specific for Meth A tumor cells since the ras-transformed mammary
epithelial tumor cell line HC11-Q6 formed lethal tumors on the vaccinated animal.
Interestingly, in vitro p53 transduced DCs only induced preactivated T lymphocytes
isolated from the pDNA immunized animal, whereas naive T cells could not lyse the
mutant p53 expressing target cells (6.7.1). This might be due to the fact that a naive
T cell needs a predisposition phase for activation and cannot directly lyse its target
cells. In our 51Cr-release assay the naive T cells were exposed to the tumor antigen
for about six hours, obviously not long enough to get them activated and to perform
cytolytic activity. Standard in vitro activation of naive T cells normally takes some
days in cell culture.
In our next experiments we want to identify the effector mechanisms in the
immunized animal that are responsible for tumor cell rejection. Generally, the
induction of T lymphocytes can be analyzed using standard proliferation assays and
the specific activation of cytolytic T cells can be measured by a 51Cr release assay.
Alternatively, in vivo depletion studies with anti-CD4 or anti-CD8 antibodies can be
used to eliminate single effector populations by specific complement activated lysis.
The presence of mutant p53 specific antibodies will be analyzed by a Western blot
experiment. Corresponding experiments are ongoing.

Our experiments point out that the use of transduced, tumor antigen expressing DCs
can successfully induce protective antitumor immunity. However, we did not test
efficacy of the cellular vaccine to cure individuals with established tumors. Previous
experiments showed that Meth A tumors are fast growing and lethal within one
month. Therefore we speculate that according to experiments performed by pDNA
vaccination the tumor-bearing host is unable to develop protective immunity in
time. According to the conclusions described in 6.6.2, we speculate that the use of
immunotherapy post surgical resection of the primary tumor might be advantageous.
Normally patients underlie a disease free period after removal of the primary tumor
before reoccurrence of the malignancy. This period might be used to develop an
efficient antitumor immune response that can eliminate remaining malignant cells
and avoid or suppress the formation of disseminated metastases, the main reason for
death of cancer patients.

Nevertheless, the use of transduced dendritic cells as a cellular antitumor vaccine is
problematic. The presentation of self-proteins representing tumor antigens can
induce autoimmune responses with pathological consequences or induce tolerance. We
did not observe signs of autoimmunity in any treated animals. This corresponds to the
observation of other groups. No evidence of autoimmunity was seen in animals using
non-fractioned tumor material as a source of tumor antigens (460, 461). However,
the development of increasingly potent vaccines may very well lead to some
autoimmune manifestations.
Most studies focus on the power of DCs to activate T cells but before T cells encounter
foreign antigens the T cell repertoire is tolerized to self-antigens. This occurs in the
thymus by deletion of developing lymphocytes and in lymphoid organs probably by
the induction of anergy or deletion of mature T cells. In both cases the DC system is
involved in tolerizing T cells to self-antigens. In the thymic medulla DCs present
self-antigens via MHC molecules and thymocytes that have a too high affinity for
self-antigens are deleted. If antigen bearing DCs are directly injected into the
developing thymus reactive lymphocytes are deleted. On the other hand, if MHC class
II molecules are only expressed by cortical epithelium and not by DCs in the medulla,
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the possibility to develop autoimmunity increases, indicating that DCs in the medulla
are responsible for the deletion of autoreactive cells (470).
Recent studies point to an important role for DCs in the induction of peripheral
tolerance as well. DCs can capture and present self-antigens that are exclusive to
specialized tissue. For example, bone marrow derived APCs present peptides that are
derived from insulin producing β-cells of the pancreas to T cells in the draining
lymph node. Tolerance ensues, probably as a result of T cell anergy or deletion (471,
472). DCs are also able to present many self-antigens due to normal turn over of
somatic cells and thus induce tolerance to self-proteins that have no access to the
thymus (473). It is yet not known what determines if DCs are turning on or off the
immune system. DCs are long lived and express high levels of MHC-antigen
complexes (474) and maybe T cells become anergic or die in response to abundant
and persistent antigens. Maybe distinct DCs are responsible for the distinct task and
tolerance inducing DCs are qualitatively different, perhaps expressing death
molecules like the fas ligand (475).

Chapter III

Generation of an effective cellular antitumor vaccine by fusion of
professional antigen presenting cells with fibrosarcoma cells

The idea of immunotherapy as a new strategy for the treatment of cancer is
characterized by renewed optimism, largely based on a better understanding of how
cytolytic T lymphocytes respond to tumor cells (476-478). Many tumor
components do not elicit an antigen specific T cell response in patients which may be
due to the absence of functional antigen presentation and secretion of factors such as
IL-10, TGF-β, and VEGF that reduce DC development and function. It is well
established that the immune repertoire carries tumor reactive lymphocytes,
especially CTLs, but there is little evidence that these cells are being activated in
vivo. However, when tumor antigens are applied to DCs ex vivo and these DCs are
then reinfused, specific immunity ensues. In animals this strategy can lead to
protection against tumors and even to a reduction in the size of established tumors
(479-481). DCs can readily elicit helper and killer T cells, antibodies and IL-12.
In contrast, many existing vaccines and adjuvants are week stimulators of CD8+ T
cells and Th-1 type T cells. The potency of the immune response that is elicited by
dendritic cells is also impressively illustrated by their ability to break neonatal
tolerance (482). In a host of experiments over the past years, dendritic cells have
been used to process and present tumor antigens. Tumor antigen presentation has
generally been achieved by pulsing cultured cells with peptides eluted from class I
MHC molecules (483), tumor cell membranes (483) or RNA derived from the
neoplastic cell (484). We have pursued an alternative strategy of introducing tumor
antigens into dendritic cells by fusing entire tumor cells with cultured dendritic
cells.
When cells from a murine fibrosarcoma cell line were fused with the dendritic cell
line D2SC-1 we obtained fusion hybrid clones. The use of dendritic cells as a fusion
partner offers three advantages. First, tumor antigens are combined to antigen
presenting properties of DCs. Second, dendritic cells are known to prime naive CTLs
and third, DCs are easily accessible from peripheral blood or bone marrow. For
selection of fusion cell clones tumor cells and DCs were stably transfected with
antibiotic resistance markers. After addition of selective medium only the cell fusion
clones survived. As a safety precaution, we suppose to cotransfect tumor cells with
inducible suicide gene encoding constructs (e.g. herpes simplex virus-thymidin
kinase, cytosine deaminase, deoxycytidine kinase (485)) and tumors and tumor
fusions can be eliminated when undesirable anti-self responses emerge in the
immunized individual.
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After cell fusion, surviving cell clones were analyzed for the expression of MHC class
I, MHC class II, B7-1, and B7-2 molecules. Meth A tumor cells expressed only MHC
class I molecules, whereas the dendritic cell line D2SC-1 additionally was positive
for MHC class II, B7-1 and B7-2. We think that the combination of various tumor
antigens with the antigen presenting properties of DC function should generate a
powerful cellular vaccine. However, FACS analysis showed that the single fusion
clones showed different levels of expression of these molecules (see appendix). In the
following experiments we tried to analyze the efficacy of individual clones to induce
protective immunity in the vaccinated animal and connect immunity to the
expression of MHC- and costimulatory molecules. The fusion cell hybrids were used
to immunize syngeneic mice and generated a strong antitumor immune response. This
antitumor activity both actively seemed to involve humoral and cellular immune
mechanisms. However, we were not able to connect cell surface expression of MHC
class I, MHC class II, B7-1 or B7-2 to antitumor immunity. The vaccinated animals
were protected from primary tumor growth independently on cell surface expression
of these molecules. More excitingly and potentially of greater clinical significance,
this antitumor activity occurred not only against the primary tumor, but also against
metastasis formation. When injected separately into the syngeneic animal, Meth A
tumor cells or the dendritic cell line D2SC-1 formed lethal tumors. However, in
vaccinated Balb/c mice, fusion clones formed palpable tumor nodules that were
eliminated within seven to ten days. We suspect that cell fusion clones loose
tumorigenicity and gain immunogenicity due to the fact that tumor antigens are
combined with antigen presenting properties. More importantly, the immune
response is obviously induced in a very short period of time. We therefore support
the idea to use this vaccination technique to treat established tumors or metastases in
our next set of experiments.

6.13 Generation of a humoral immune response

Dendritic cells have a major impact on the regulation of immune responses. They are
known to influence B cell growth and immunoglobulin secretion. DCs activate and
expand Th cells, which in turn induce B cell growth and antibody production. By
secretion of soluble factors including IL-6, IL-12, and TNFα DCs directly stimulate
growth and differentiation of B-cells and the production of antibodies. Particularly
follicular dendritic cells are believed to be important in humoral immunity because
they sustain viability, growth and differentiation of activated B cells. We speculate
that DCs fused to tumor cells can induce an antibody-mediated immune response.
Indeed, vaccinated animals that rejected the parental tumor cells displayed Meth A
specific antibodies. We speculated that Meth A specific antibodies most probably
belong to the IgG or IgM isotype, because after first antigenic encounter mature B
cells are known to express IgM and then increasing amounts of the IgG isotype with
growing affinity due to a process of isotype switching and affinity maturation. Our
experiments showed that Meth A specific antibodies were of the IgG isotype and
recognized unknown proteins of a molecular weight of 53 kD, 21 kD, and 16 kD.
These Meth A specific antibodies were exclusively identified in tumor resistant mice
but not in mice that were not in contact with cell fusion clones or were not protected
from lethal tumor growth. These experiments substantially support the idea that
Meth A specific antibodies are induced only after immunization with cell fusion
hybrids, and that they are not present in the non-vaccinated recipient. Our next
experiments will analyze these immunogenous antigens by immunoprecipitation and
microsequencing. The protein sequence of these proteins might lead to the
identification of new tumor antigens or it might associate known proteins to
tumorigenesis. On the other hand, if the sequences correspond to that of already
known tumor antigens it might serve as a proof of our results.
It is now widely accepted that the immunoglobulin-isotypes determine the effector
functions of humoral immunity. IgG antibodies are closely connected to the
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complement system. Complement protein binds to the Fc region of antigen-antibody
complexes and triggers the classical complement pathway. IgGs can also coat antigenic
particles and the bound IgGs serve to enhance the efficiency of phagocytosis by
mononuclear phagocytes and granulocytes that have the ability to ingest opsonized
particles as a prelude to intracellular killing and degradation. IgGs also promote the
antibody dependent cell mediated cytotoxicity. Different leukocyte populations
including neutrophiles, eosinophils, mononuclear phagocytes and NK cells are
capable of lysing various target cells when precoated with specific IgGs. Recognition
of aggregated antibodies occurs through low affinity receptors for Fcγ, called the
CD16 receptor. Lysis of target cells is performed by secretion of cytokines such as
TNF or IFN-γ and release of granules. A specific antibody-profile was only displayed
in tumor resistant mice and therefore we speculate that these antibodies might be
important for the process of tumor rejection. Additionally, antibody producing B
lymphocytes are known to serve as antigen presenting cells that can provide
additional support for cellular immunity.

6.14 Generation of a cellular immune response

The importance of a T cell response in antitumor immunity was demonstrated by
immunizing nude mice. Athymic, nude mice that were injected with cell fusion clones
died because of lethal tumor growth. Hybrid cells that were rejected in the
immunocompetent animal developed to aggressive tumors and eventually killed the
treated animal. Since nude mice differ from immunocompetent mice by the absence of
T lymphocytes, this experiment suggest that the main reason for tumor rejection is
due to the induction of cellular immunity and B lymphocytes are not the major
effector cells participating in tumor rejection. Indeed, it is now well established that
CTLs play a crucial role in the host's immune response to viral infections and cancer
(486-488). The recognition of a tumor cell by a cytolytic CD8+ T-lymphocyte
depends on the endogenous processing of tumor antigens and their presentation via
MHC class I complexes (489, 490). Most nuclear cells express MHC class I
molecules and can therefore present tumor antigens but only APCs are coated with
costimulatory molecules that are necessary for T cell activation. Thus by fusion of
Meth A tumor cells with DCs the resulting fusion hybrid cell combines both the
tumor antigens and the machinery that is necessary for efficient T cell activation. As
a result cytotoxic lymphocytes can be activated via the biological pathways and induce
a potent antitumor immune response. Indeed we could demonstrate specific activation
of T lymphocytes when individuals were immunized with the cellular vaccine.
Spleenic lymphocytes from the vaccinated immunocompetent animals clearly showed
a proliferative response upon stimulation with fusion hybrid cells in vitro.
Lymphocytes isolated from unvaccinated or from tumor bearing animal did not show
this behavior. These cells were not preactivated by our vaccine therefore in vitro
encounter of these cells with the cell fusion hybrids for two days is not sufficient to
induce a proliferative immune response. In the next set of experiments we plan to
determine whether tumor rejection is mediated by CD4+ or CD8+ T cells. Mice will be
depleted of CD4+ or CD8+ cells by antibody treatment before tumor cell inoculation.
Additionally the presence of Meth A specific cytolytic T cells will be demonstrated by
a 51Cr release assay.
However, the participation of B lymphocytes in the process of tumor rejection cannot
totally be ruled out and might be a necessary part in the process of tumor rejection.
Essential for B cell activation and in the induction of a humoral immune response is a
complicated cross talk between B- and T lymphocytes. Helper T cells deliver contact-
mediated signals to B cells and secrete cytokines that induce growth and
differentiation of B cells and thereby influence the nature and magnitude of the
antibody response. It is now well established that non-stimulated B cells require
contact with helper T cells whereas recently stimulated B cells may be fully
responsive to cytokines alone. We therefore suggest that for efficient tumor rejection
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a combination of as many immune effector mechanisms as possible is necessary and
only a well balanced combination of all participants will lead to a successful
elimination of the tumor.

6.15 Conclusions

Our results are particularly promising because they represent a new approach to
targeted immunotherapy. A fusion cell hybrid between tumor cell and antigen
presenting cell offers a potential weapon against tumorigenesis, because multiple
tumor antigens are combined in one cellular vaccine. Heterogeneous tumor growth
and development is associated with natural selection for tumor cells that can escape
therapy treatment. A tumor vaccine that can induce multiple effector mechanisms and
is targeted against many different tumor antigens can produce more stringent
conditions e.g. higher selective pressure on the single tumor cell. As a result one
single malignant tumor cell is suddenly recognized via many different tumor
antigenic properties. It cannot escape treatment just by downregulating one of its
tumor antigens. The tumor cell cannot hide itself anymore and its fate is to die.



VII. Literature
_____________________________________________________________________

103

VII. Literature

1. Loeb L.A. (1991). Mutator phenotype may be required for multistage carcinogenesis. Cancer
Res., 51: 3075-3079.

2. Loeb L.A., Springgate C.F., Battula N. (1974). Errors in DNA replication as a basis of
malignant changes. Cancer Res., 34: 2311-2321.

3. Cahill  D.P., Lengauer C., Yu J., Riggins G.J., Willson J.K., Markowitz S.D., Kinzler
K.W., Vogelstein B. (1998). Mutations of mitotic checkpoint genes in human cancers.
Nature, 392: 300-303.

4. Sancar A. (1994). Mechanisms of DNA excision repair. Science, 266: 1954-1956.

5. Hanawalt  P.C. (1994). Transcription-coupled repair and human disease. Science, 266: 1957-
1958.

6. Ellis NA, Groden J., Myerloff L., Ye T-Z. (1995). The Bloom’s syndrome gene product is
homologous to RecQ helicases. Cell, 83: 655-666.

7. Modrich P. (1994). Mismatch repair, genetic stability, and cancer. Science, 266: 1959-1960.

8. Harris C., Hollstein M. (1993).  Clinical implications of the p53 tumor-suppressor gene. N.
Eng. J. Med., 329: 1318-1323.

9. Eshlemaan J.R., Markowitz S.D. (1995). Microsatellite instability in inherited and sporadic
neoplasms. Curr. Opin. Oncol., 7: 83-89.

10. Groen T.P. (1987). Tumor associated antigens (TAA). In: den Otter W., Ruitenberg E.J.
(Eds.), Tumor Immunology. Elsevier, Amsterdam, pp.13-28.

11. Thomas L. (1959) in Cellular and humoral aspects of hypersensitive states (Lawrence, H.S.,
ed.), p529, Hoeber-Harper.

12. Burnet F.M. (1970). Immunological Surveillance, Maxwell Macmillan.

13. Kripke M.L. (1983). In The effect of ultraviolet radiation on the immune system (Parrish, J.,
ed.), pp87-106, Johnson and Johnson.

14. Daynes R.A., Bernhard E.J., Gurish M.F., Lynch H.D. (1981). Experimental
photoimmunology: immunologic ramifications of UV-induced carcinogenesis. J. Invest.
Dermatol., 77: 77-85.

15. Kripke M.L., Thorn R.M., Lill P.H., Civin C.I., Pazmino N.H., Fisher M.S. (1979).
Further characterization of immunological unresponsiveness induced in mice by ultraviolet
radiation. Growth and induction of nonultraviolet-induced tumors in ultraviolet-irradiated
mice. Transplantation, 28: 212-217.

16. Fisher S., Kripke M.L. (1982). Suppressor T lymphocytes control the development of
primary skin cancers in ultraviolet-irradiated mice. Science, 216: 1133-1134.

17. Alcalay J., Kriebke M.L. (1991). Antigen presenting activity of draining lymph node cells
from mice painted with a contact allergen during ultraviolet carcinogenesis. J. Immunol., 146:
1717-1721.

18. Grabbe S., Bruvers S., Gallo R.L., Knisely T.L., Nazareno R., Granstein R.D. (1991).
Tumor antigen presentation by murine epidermal cells. J. Immunol., 146: 3656-3661.

19. De Fabo E.C., Noonan F.P. (1983). Mechanism of immune suppression by ultraviolet
irradiation in vivo. Evidence for the existence of a unique photoreceptor in skin and its role in
photoimmunology. J. Exp. Med., 157: 84-98.



VII. Literature
_____________________________________________________________________

104

20. Yoshikawa T., Streilein J.W. (1990). Genetic basis of the effects of ultraviolet light B on
cutaneous immunity. Evidence that polymorphism at the Tnfa and Lps loci governs
susceptibility. Immunogenetics, 27: 398-405.

21. Kinlen L., Sheil A., Peta J., Doll R. (1979). Collaborative United Kingdom-Australian study
of cancer in patients treated with immunosuppressive drugs. Br. Med. J., 2: 1461-1466.

22. Boyle J., MacKie R.M., Briggs J.D., Junor B.J.R., Aitchison T.C. (1989). Cancer, warts,
and sunshine in renal transplant patients. A case control study. Lancet, 1: 702-705.

23. Applegate L.A., Ley R.D., Alcalay J., Kripke M.L. (1989). Identification of the molecular
target for the suppression of contact hypersensitivity by ultraviolet radiation. J. Exp. Med.,
170: 1117-1132.

24. Scotto J., Kopf A.W., Urbach F. (1979). Cancer, 34: 1331-1338.

25. Green A.E.S., Findley G.B., Klenk K., Wilson W., Mo T. (1976). The ultraviolet dose
dependence of non-melanoma skin cancer incidence. Photochem. Photobiol., 24: 353-362.

26. Harber J.C., Bickers D.R. (1981). in Photosensitivity Diseases, Bickers D.R., ed., pp. 246-
257, W.B. Saunders.

27. Lew R.A., Sober A.J., Cook N., Marvell R., Fitzpatrick T.B. (1983). Sun exposure habits
in patients with cutaneous melanoma: a case control study. J. Dermatol. Surg. Oncol., 9: 981-
986.

28. Holman C.D.J., Armstrong B.K. (1984).  Cutaneous malignant melanoma and indicators of
total accumulated exposure to the sun: an analysis separating histogenetic types. J. Natl.
Cancer Inst., 73: 75-82.

29. Rae V., Yoshikawa T., Bruins-Slot W., Streilein J.W., Taylor A. (1989). An ultraviolet B
radiation protocol for complete depletion of human epidermal Langerhans cells. J. Dermatol.
Surg. Oncol., 15: 1199-1202.

30. Yoshikawa T., Rae V., Bruins-Slot W., van den Berg J.-W., Taylor J.R., Streilein J.W.
(1990). Susceptibility to effects of UVB radiation on induction of contact hypersensitivity as a
risk factor for skin cancer in humans. J. Invest. Dermatol., 95: 530-536.

31. Streilein J.W., Taylor J.R., Kurimoto I., Tie C. (1993). J. Invest. Dermatol., 100: 514-521.

32. Streilein J.W., Taylor J.R., Vincek V., Kurimoto I., Shimizu T., Tie C., Golomb C.
(1994). Immune surveillance and sunlight-induced skin cancer. Immunol. Today, 15: 174-179.

33. Boon T., Van Pel A., De Plaen E., Chomez P., Lurquin C., Szikora J.P., Sibille C.,
Mariame B., Van Den Eynde B., Lethe B. (1989). Genes coding for T-cell defined tumor
transplantation antigens: point mutations, antigenic peptides, and subgenic expression. Cold
Spring Habor Symposia on Quantitative Biology. 54 Pt 1: 587-596.

34. Groen T.P. (1987). Tumor associated antigens (TAA). In: den Otter W., Ruitenberg E.J.
(Eds.), Tumor Immunology. Elsevier, Amsterdam, pp.13-28.

35. Fearon E.R., Pardoll D.M., Itaya T., Golumbek P., Levitsky H.I., Simons J.W.,
Karasujama H., Vogelstein B., Frost P. (1990). Interleukin-2 production by tumor cells
bypasses T helper function in the generation of an antitumor response. Cell, 60: 397-403.

36. Itaya T., Yamagiwa S., Okada F., Oikawa T., Kuzumaki N., Takeichi N., Hosokawa M.,
Kobayashi H. (1987). Xenogenization of a mouse lung carcinoma  (3LL) by transfection with
an allogeneic class I major histocompatibility complex gene (H-2Ld). Cancer Res., 47: 3136-
3140.



VII. Literature
_____________________________________________________________________

105

37. Fearon E.R., Itaya T., Hunt B., Vogelstein B., Frost P. (1988). Induction of a murine tumor
of immunogenic tumor variants by transfection with a foreign gene. Cancer Res., 48: 2975-
2980.

38. Lake P., Michinson M.A. (1977). Regulatory mechanisms in the immune response to cell
surface antigens. Cold Spring Habor Symp. Quant. Biol., 41: 589-595.

39. Lake P., Michinson M.A. (1976). Associative control of the immune response to cell surface
antigens. Immunol. Commun., 5: 795-805.

40. Kenne J.A., Foreman J. (1982). Helper activity is required for the in vivo generation of
cytotoxic T lymphocytes. J. Exp. Med., 155: 768-782.

41. Janeway C.A. (1989).  Approaching the asymptote: evolution and revolution in immunology.
Cold Spring Habor Symp. Quant. Biol., 54: 1-13.

42. Nossal G.J.V. (1989). Immunologic tolerance: collaboration between antigen and
lymphokines. Science, 245: 147-153.

43. Schwartz R.H. (1989). Acquisition of immunological self-tolerance. Cell, 57: 1073-1081.

44. Chen L., Ashe S., Brady W.A., Hellström I., Hellström K.E., Ledbetter J.A., McGowan
P., Linsley P.S. (1992).  Costimulation of antitumor immunity by the B7 counterreceptor for
the T lymphocyte molecules CD28 and CTLA-4. Cell, 71: 1093-1102.

45. Townsend S.E., Allison J.P. (1993). Tumor rejection after direct costimulation of CD8+ T
cells by B7-transfected melanoma cells. Science, 295: 368-370.

46. Hwu P., Yanelli Y., Kriegler M., Anderson W.F., Perez C., Chiang Y., Schwarz S.,
Cowherd R., Delgado C., Mule J., Rosenberg S.A. (1994). Functional and molecular
characterization of tumor infiltrating lymphocytes transduced with a tumor necrosis factor
cDNA for the gene therapy of cancer in humans. J. Immunol., 150: 4104-4115.

47. Porgador A., Gansbacher B., Bannerji  R., Tzehoval E., Gilboa E., Feldman M.,
Eisenbach L. (1993). Anti-metastatic vaccination of tumor bearing mice, with IL-2 gene
inserted tumor cells. Int. J. Cancer, 53: 471-477.

48. Connor J., Bannerji R., Saito S., Heston W., Fair W., Gilboa E. (1993). Regression of
bladder tumors in mice treated with interleukin-2 gene modified tumor cells. J. Exp.
Med., 177: 1831-1837.

49. Colombo M.P., Ferrari G., Stopacciaro A., Parenza M., Rodolfo M., Mavilio F.,
Parmiani G. (1991). Granulocyte colony-stimulating factor gene transfer suppresses
tumorigenicity of a murine adenocarcinoma in vivo. J. Exp. Med., 173: 889-897.

50. Dorsch M., Hock H., Kunzendorf U., Diamantstein T., Blankenstein T. (1993).
Macrophage colony-stimulating factor gene transfer into tumor cells induces macrophage
infiltration but not tumor suppression. Eur. J. Immunol., 23: 186-190.

51. Dranoff G., Jaffee E., Lazenby A., Golumbek P., Levitsky H., Brose K., Jackson V.,
Hamada H., Pardoll D., Mulligan R.C. (1993). Vaccination with irradiated tumor cells
engineered to secrete murine granulocyte-macrophage colony stimulating factor stimulates
potent, specific and long-lasting anti-tumor activity. Proc. Natl. Acad. Sci. U.S.A., 90: 3539-
3543.

52. Watanabe Y., Kuribayashi K., Miyatake S., Nishihara K., Nakayama E.-I., Taniyama T.,
Sakata T.A. (1989). Exogenous expression of mouse interferon cDNA in mouse
neuroblastoma C1300 cells results in reduced tumorigenicity by augmented anti-tumor
immunity. Proc. Natl. Acad. Sci. U.S.A., 86: 9456-9460.



VII. Literature
_____________________________________________________________________

106

53. Gansbacher B., Bannerji R., Daniels B., Zier K., Cronin K., Gilboa E. (1990). Retroviral
vector-mediated γ-interferon gene transfer into tumor cells generates potent and long lasting
antitumor immunity. Cancer Res., 50: 7820-7825.

54. Maraguchi Y., Toda K.I., Fujii K., Imamura S., Watanabe Y. (1991). Survival period of
tumor-bearing mice is prolonged after the interferon γ producing gene transfer. Cancer Lett.,
60: 41-49.

55. Esumi N., Hunt B., Itaya T., Frost P. (1991). Reduced tumorigenicity of murine tumor cells
secreting interferon _ is due to non-specific host responses and is unrelated to class I major
histocompatibility complex expression. Cancer Res., 51: 1185-1189.

56. Blankenstein T., Qin Z., Überla K., Müller W., Rosen H., Volk H.D., Diamantstein T.
(1991). Tumor suppression after tumor cell targeted tumor necrosis factor gene transfer. J.
Exp. Med., 173: 1047-1052.

57. Asher A.L., Mule J.J., Kasid A., Restifo N.P., Salo J.C., Reichert C.M., Jaffe G., Fendly
B., Kriegler M., Rosenberg S.A. (1991). Murine tumor cells transduced with the gene for
tumor necrosis factor.  J. Immunol., 146: 3227-3234.

58. Harris C., Hollstein M. (1993).  Clinical implications of the p53 tumor-suppressor gene. N.
Eng. J. Med., 329: 1318-1325.

59. Malkin D., Li F., Strong L. (1990). Germ line p53 mutations in a familial syndrome of breast
cancer, sarcomas and other neoplasms. Science, 250: 1223.

60. Pietenpol J.A., Tokino T., Thiagalingam S., El-Deiry W., Kinzler K.W., Vogelstein B.
(1994). Sequence specific transcriptional activation is essential for growth suppression by
p53. Proc. Nat. Acad. Sci. U.S.A., 91: 1998-2002.

61. Prives C. (1994). How loops, beta sheets, and alpha helices help us to understand p53.
Cell, 78: 543-546.

62. Lane D., Crawford L. (1979). T-antigen is bound to host protein in SV40 -transformed cells.
Nature, 278: 261-269.

63. Sarnow P., Ho Y., Williams J. (1982). Adenovirus E1b: 58 kD tumor antigen and SV40
large T-antigen are physically associated with the same 54 kD cellular protein in transformed
cells. Cell, 28: 387-385.

64. Werness B., Levine A., Howley P. (1990). Association of human papillomavirus types 16
and 18 E6 proteins with p53. Science, 248: 76-84.

65. Slingerland J.M., Jenkins J.M., Benchimol S. (1993). The transforming and suppressor
functions of p53 alleles: effects of mutations that disrupt phosphorylation, oligomerization and
nuclear translocation. EMBO J., 12: 1029-1037.

66. Yin Y., Tainsky M., Bishoff F. (1992).  Wild type p53 restores cell cycle control and inhibits
gene amplification in cells with mutant p53 alleles. Cell, 70: 937-947.

67. Kastan M., Zhan Q., El-Deiry W. (1992). A mammalian cell cycle checkpoint pathway
utilizing p53 and GADD45 is defective in ataxia-telangiectasia. Cell, 71: 589-595.

68. Lowe S., Ruley H., Jacks T. (1993).  p53-dependent apoptosis modulates the cytotoxicity of
anti-cancer agents. Cell, 74: 957-966.

69. El-Dairy W., Tokino T., Velculescu T. (1993). WAF-1 a potential mediator of p53 tumor
suppression. Cell, 75: 817-823.

70. Montenarh M. (1992). Biochemical properties of the growth suppressor/oncoprotein p53.
Oncogene, 7: 1673-1680.



VII. Literature
_____________________________________________________________________

107

71. Brain R., Jenkins J.R. (1994). Human p53 directs DNA strand reassociation and is
photolabeled by 8-azido ATP. Oncogene, 9: 1775-1780.

72. Kastan M.B., Onyekwere O., Sidransky D., Vogelstein B., Craig R.W. (1993).
Participation of p53 protein in the cellular response to DNA damage. Cancer Res., 51: 6304-
6311

73. Lu X., Lane D.P. (1993). Differential induction of transcriptionally active p53 following UV
or ionizing radiation: defects in chromosome instability syndromes? Cell, 75: 765-778

74. Liu X., Miller C.W., Koefffler P.H., Berk A.J. (1993). The p53 activation domain binds the
TATA box binding polypeptide in holo-TFIID, and a neighboring p53 domain inhibits
transcription. Mol. Cell. Biol., 13: 3291-3300.

75. Chen X., Farmer G., Zhu H., Prywes R., Prives C. (1993). Cooperative DNA binding of
p53 with TFIID (TBP): a possible mechanism for transcriptional activation. Genes Dev.,  7:
1837-1849.

76. Dutta A., Ruppert J.M., Aster J.C., Winchester E. (1993). Inhibition of DNA replication
factor RPA by p53. Nature, 365: 79-82.

77. Chen C.Y., Oliner J.D., Zhan Q., Fornace A.J., Vogelstein B., Kastan M.B. (1994).
Interactions between p53 and MDM2 in a mammalian cell cycle checkpoint pathway.
Proc. Natl. Acad. Sci. U.S.A., 91: 2684-2588.

78. Waga S., Hannon G.J., Beach D., Stillman B. (1994). The p21 inhibitor of cyclin dependent
kinases controls DNA replication by interaction with PCNA. Nature, 369: 574-578.

79. Hunter T. (1993). Breaking the cycle. Cell, 75: 839-841.

80. Zhan Q., Lord K.A., Alamo I., Hollander M.C., Carrier F., Ron D., Hohn K., Hoffman
B., Liebermann D.A., Fornace A.J. (1994). The gadd and MyD genes define a novel set of
mammalian genes encoding acidic proteins that synergistically suppress cell growth. Mol. Cell.
Biol., 14: 2361-2371.

81. Miyashita T., Krajewski S., Krajewska M., Wang H.G., Lin H.K., Liebermann D.A.,
Hoffmann B., Reed J.C. (1994). Tumor suppressor p53 is a regulator of bcl-2 and bax gene
expression in vitro and in vivo. Oncogene, 9: 1799-1805.

82. Jung S., Schluesener H.J. (1991). Human T lymphocytes recognize a peptide of single point
mutated, oncogenic ras protein. J. Exp. Med., 173: 273-276.

83. Mandelboim O., Berke G., Fridkin M., Feldman M., Eisenstein M., Eisenbach L. (1994).
CTL induction by a tumour-associated antigen octapeptide derived from a murine lung
carcinoma. Nature, 369: 67-71.

84. Salgaller M., Marincola F.M., Cormier J.M., Rosenberg S.A. (1996). Immunization against
epitopes in the human melanoma antigen gp100 following patient immunization with synthetic
peptides. Cancer Res., 56: 4749-4757.

85. Ben-Mahrez K., Sorokine I., Thierry D., Kawasumi T., Ishii S., Salmon R., Kohiyama M.
(1990). Circulating antibodies against c-myc oncogene product in sera of colorectal
cancer patients. Int. J. Cancer, 46: 35-38.

86. Sorokine I., Ben-Mahrez K., Bracone A., Thierry D., Ishii S., Salmon R., Kohiyama M.
(1991). Presence of circulating anti-c-myb oncogene product antibodies in human sera. Int J.
Cancer, 47: 665-669.

87. Pupa S.M., Menard S., Andreola S., Colnaghi M.I. (1993). Antibody response against c-
erbB-2 oncoprotein in breast carcinoma patients. Cancer Res., 53: 5864-5866.



VII. Literature
_____________________________________________________________________

108

88. Disis M.L., Calenoff E., Groner B., Lydon N., Murphy A.E., Livingston R.N., Moe R.,
Chen W., Cheever M. (1994). Existent T-cell and antibody immunity to Her-2/neu protein in
patients with breast cancer. Cancer Res., 54: 16-20.

89. Caron de Fromentel C., May-Levin F., Mouriesse H., Lemerle J., Chandrasekaran K.,
May P. (1987). Presence of circulating antibodies against cellular protein p53 in a notable
portion of children with B-cell lymphoma. Int. J. Cancer, 39: 185-189.

90. Winter S.F., Minna J.D., Johnson B.E., Takahashi T., Gazdar A.F., Carbone D.P. (1992).
Development of antibodies against p53 in lung cancer patients appears to be dependent on the
type of p53 mutation. Cancer Res., 52: 4168-4174.

91. Crawford L.V., Bulbrook R.D. (1982).  Detection of antibodies against cellular protein p53 in
sera from patients with breast cancer. Int. J. Cancer, 30: 403-408.

92. Rotter V., Ford O., Navot N. (1993). In search of the functions of normal p53 protein.
Trends in Cell Biology, 3: 46-49.

93. Davidoff A.M., Iglehard J.D., Marks J.R. (1992). Immune response to p53 is dependent
upon p53/HSP70 complexes in breast cancer. Proc. Natl. Acad. Sci. U.S.A., 89: 3439-3442.

94. Yanuck M., Carbone D.P., Pendleton C.D., Tsukui T., Winter S.F., Minna J.D., Berzofski
J.A. (1993). A mutant p53 tumor suppressor protein is a target for peptide induced CD8+
cytotoxic T-cells. Cancer Res., 53: 3257-3261.

95. Van den Eynde B., Lethe B., Van Pel A., De Plaen E., Boon T. (1991). The gene coding for
a major tumor rejection antigen of tumor P815 is identical to the normal gene of syngeneic
DBA/2 mice. J. Exp. Med., 173: 1373-1384.

96. Ulmer J.B., Donelly J.J., Parker S.E., Rhodes G.H., Felgner P.L., Dwarki V.J.,
Gromkowski S.H., Deck R.R., Dewitt C.M., Friedman A. (1993).  Heterologous protection
against influenza by injection of DNA encoding a viral protein. Science, 259: 1745-1749.

97. Tang D.C., Devit M., Johnston S.A. (1992). Genetic immunization is a simple method for
eliciting an immune response. Nature, 356: 152-154.

98. Williams R.S., Johnston S.A., Riedy M., Devit M.J., McElligott S.G., Sanford J.C. (1991).
Introduction of foreign genes into tissue of living mice by DNA coated microparticles. Proc.
Natl. Acad. Sci. U.S.A., 88: 2726-2730.

99. Nichols W.W., Ledwith B.J., Manam S.V., Troilo P.J. (1995). Potential DNA vaccine
integration in the host genome. Ann. NY. Acad. Sci., 772: 30-39.

100. Ulmer J.B., Deck R.R., DeWitt C.M., Donelly J.J., Liu M.A. (1996). Generation of MHC
class I restricted cytotoxic T-lymphocytes by expression of a viral protein in muscle cells:
antigen presentation by non-muscle cells. Immunology, 89: 59-67.

101. Hengge U., Chan E.F., Foster R.A., Walker P.S., Vogel J.C. (1995). Cytokine gene
expression in epidermis with biological effect following injection of naked DNA. Nat. Genet.,
10: 161-166.

102. Ziang Z., Ertl H.C. (1995). Manipulation of the immune response to a plasmid encoded viral
antigen by coinoculation with plasmids encoding cytokines. Immunity, 2: 129-135.

103. Conry R.M., Widera G., LoBuglio A.F., Fuller J.T., Moore S.E., Barlow D.L., Turner J.,
Yang N.S., Curiel D.T. (1996). Selected strategy to augment polynucleotide immunization.
Gene Ther., 3: 67-74.

104. Irvine K.R., Rao J.B., Rosenberg S., Restifo N.P. (1996). Cytokine enhancement of DNA
immunization leads to effective treatment of established pulmonary metastases. J. Immunol.,
156: 238-245.



VII. Literature
_____________________________________________________________________

109

105. Tascon R.E., Colston M.J., Ragno S., Stavropoulos D., Gregory D., Lowrie D.B. (1996).
Vaccination against tuberculosis by DNA injection. Nat. Med., 2: 888-892.

106. Messina J.P., Gilkeson G.S., Pisetzky D.S. (1991). Stimulation of in vitro murine
lymphocyte proliferation by bacterial DNA. J. Immunol., 147: 1759-1764.

107. Yamamoto S., Yamamoto T., Kataoka T., Kuramoto E., Yano O., Tokunaga T. (1992).
Unique palindromic sequences in synthetic oligonucleotides are required to induce TNF and
augment TNF-mediated natural killer activity. J. Immunol., 148: 4072-4076.

108. Krieg A.M., Yi A.K., Waldschmidt T.J., Bishop G.A., Teasdale R., Koretzky G.A.,
Klinman D.M. (1995). CpG motifs in bacterial DNA trigger direct B-cell activation. Nature,
374: 546-549.

109. Schirmbeck R., Bohm W., Ando K., Chisari F.V., Reimann J. (1995). Nucleic acid
vaccination primes hepatitis B virus surface antigen specific cytotoxic T-lymphocytes in
nonresponder mice. J. Virol., 69: 5929-5934.

110. Wang B., Boyer J., Skrikantan V., Coney L., Carrano R., Phan C., Merva M., Dang K.,
Agadjanyan M., Gilbert L., Ugen K.E., Williams W.V., Weiner D.B. (1993). DNA
inoculation induces neutralizing immune responses against human immunodeficiency virus
type 1 in mice and nonhuman primates. DNA Cell. Biol., 12: 799-805.

111. Wan B., Boyer J., Srikatan V., Ugen K., Gilbert L., Phan C., Dang K., Merva M.,
Agadjanyan M.G., Newmann M., Carrano R., McCallus D., Coney L., Williams W.V.,
Weiner D.B. (1995). Induction of humoral and cellular immune responses to the human
immunodeficiency type-1 virus in nonhuman primates by in vivo DNA inoculation. Virology,
211: 102-112.

112. Manickan E., Rouse R., Yu Z.Y., Wire W.S., Rouse B.T. (1995). Genetic immunization
against herpes simplex virus protection is mediated by CD4 (+) T-lymphocytes. J. Immunol.,
155: 259-265.

113. Bourne N., Stanberry L.R., Bernstein D.I., Lew D. (1996).  DNA immunization against
experimental genital herpes-simplex virus infection. J. Inf. Dis., 173: 800-807.

114. Ulmer J.B., Donelly J.J., Parker S.E., Rhodes G.H., Felgner P.L., Dwarki V.J.,
Gromkowski S.H., Deck R.R., Dewitt C.M., Friedman A. (1993). Heterologous protection
against influenza by injection of DNA encoding a viral protein. Science, 259: 1745-1749.

115. Ulmer J.B., Dewitt C.M., Friedmann Q.A.A., Donelly J.J., Liu M.A. (1994). Protective
immunity by intramuscular injection of low-doses of influenza virus DNA vaccine. Vaccine,
12: 1541-1544.

116. Deck R.R., DeWitt C.M., Donnelly J.J., Liu M.A., Ulmer J.B. (1997). Characterization of
humoral immune responses induced by an influenza hemagglutinin DNA vaccine. Vaccine,
15: 71-78.

117. Yankauckas M.A., Morrow J.E., Parker S.E., Abai A., Rhodes G.H., Dwarki V.J.,
Gromkowski S.H. (1993). Long term antinucleoprotein cellular and humoral immunity is
induced by intramuscular injection of plasmid DNA containing NP gene. DNA Cell. Biol., 12:
771-776.

118. Justewitz D.M., Morin M.J., Robinson H.L., Webster R.G. (1995). Antibody forming cell
response to virus challenge in mice immunized with DNA encoding the influenza virus
hemagglutinin. J. Virol., 69: 7712-7717.

119. Michael M.L., Davis H.L., Schleef M., Mancini M., Tiollais P., Whalen R.G. (1995). DNA
mediated immunization to the hepatitis-B surface antigen in mice - aspects of the humoral
immune response mimic hepatitis B viral infection in humans. Proc. Natl. Sci. Acad. U.S.A.,
92: 5307-5311.



VII. Literature
_____________________________________________________________________

110

120. Lagging L.M., Meyer K., Hoft D., Houghton M., Belshe R.B., Ray R. (1995). Immune
responses to plasmid DNA encoding the hepatitis-C core protein. J.Virol., 69: 5859-5863.

121. Donelly J.J., Friedman A., Martinez D., Montgomery D.L., Shiwer J.W., Motzel S.L.,
Ulmer J.B., Liu M.A. (1995). Preclinical efficacy of a prototype DNA vaccine enhanced
protection against antigenic drift in influenza-virus. Nature Med., 1: 583-587.

122. Davis H.L., Michel M.L., Mancini M., Schleef M., Whalen R.G. (1996). DNA based
immunization overcomes H2-haplotype restricted nonresponsiveness to HBsAg in mice.
Vaccines 96, pp111-116, Cold Spring Harbor, NY: Cold Spring Harbor Lab. Press.

123. Rhodes G.H., Abai A.M., Margalith M., Kuwahara R.A., Morrow J., Parker S.E.,
Dwarki V.J. (1994). Characterization of humoral immunity after DNA injection. In
Recombinant Vectors in Vaccine Development, Dev. Biol. Stand. 1994.

124. Ziang Z.Q., Ertl H. (1995). Manipulation of the immune response to a plasmid encoded viral
antigen by coinoculation with plasmids expressing cytokines. Immunity, 2: 129-135.

125. Conry R.M., Wider G., Lobuglio A.F., Fuller J.T., Moore S.E., Barlow D.L., Turner J.,
Curiel D.T. (1996). Selected strategies to augment polynucleotide immunization. Gene
Therapy, 3: 67-74.

126. Tascon R., Stavropoulos E., Colston M.J., Lowrie D.B. (1996). Polynucleotide vaccination
induces a significant protective immune response against mycobacteria. Vaccines 96, pp.45-
49. Cold Spring Harbor, NY, Cold Spring Harbor Lab. Press.

127. Schirmbeck R., Bohm W., Ando K., Chisari F.V., Reiman J. (1995). Nucleic-acid
vaccination primes hepatitis B virus surface antigen-specific cytotoxic T-lymphocytes in
nonresponder mice. J. Virol. , 69: 5929-5934.

128. Kuhober A., Pudollek H.P., Reifenberg K., Chisari F.V., Schlicht H.J., Reimann J.,
Schirmbeck R. (1996). DNA immunization induces antibody and cytotoxic T cell response to
hepatitis B core antigen in H-2b mice. J. Immunol., 156: 3687-3695.

129. Liu M.A., Yasutomi Y., Davies M.E., Perry H.C., Letvin N.L., Shiver J.W. (1996).
Vaccination of mice and nonhuman primates using HIV gene-containing DNA.
Antibiotics and Chemotherapy, 48: 100-104.

130. Wang B., Merva M., Dang K.S., Ugen K.E., Boyer J., William W.V., Weiner D.B. (1994).
DNA immunization induces protective in vivo immune responses against cellular challenge
with HIV-1 antigen expressing cells. Aids Res. Human Retroviruses, 10: 35-41.

131. Ulmer J.B., Deck R.R., Yawman A.M., Friedman A., DeWitt C.M., Martinez D., Donelly
J.J., Liu M.A. (1995). DNA vaccines for bacteria and viruses. 1995 Vaccines: Novel
Strategies in Design and Production, Proc. 39th OHOLO Conf.ed. A, Schafferman, pp49-53.
New York: Plenum.

132. Donelly J.J., Ulmer J.B., Liu M.A. (1996).  Protective efficacy of intramuscular
immunization with naked DNA. Ann. New York Acad. Sci., 772: 40-46.

133. Doolan D.L., Sedegah M., Hedstrom R.C., Hobart P., Charoenvit Y., Hoffman S.L.
(1996). Circumventing genetic restriction of protection against malaria with multigene DNA
immunization: CD8+ T-cell-, interferon_-, and nitric oxide dependent immunity. J. Exp. Med.,
183: 1739-1746.

134. Street N.E., Mosmann T.R. (1991). Functional diversity of T-lymphocytes due to secretion
of different cytokine patterns. FASEB J., 5: 171-177.

135. Romagnani S. (1995). Biology of human Th1 and Th2 cells. J. Clin. Immunol., 15: 121-129.



VII. Literature
_____________________________________________________________________

111

136. Heinzel F.P. (1995). Th1 and Th2 cells in the cure and pathogenesis of infectious disease.
Curr. Opin. Infect. Dis., 8: 151-155.

137. Shiver J.E., Perry H.C., Davies M.E., Freed D.L., Liu M.A. (1995).  Cytotoxic T-
lymphocyte and T helper T cell responses following HIV polynucleotide vaccination. Ann. NY
Acad. Sci., 772: 198-208.

138. Shiver J.W., Ulmer J.B., Donelly J.J., Liu M.A. (1996). Humoral and cellular immunities
elicited by DNA-vaccines: application to the human immunodeficiency virus and influenza.
Adv. Drug Deliv. Rev., 21: 19-31.

139. Fuller D.H., Haynes J.R. (1994). A qualitative progression in HIV type 1 glycoprotein 120-
specific cytotoxic cellular and humoral immune responses in mice receiving a DNA based
glycoprotein 120 vaccine. AIDS Res. Hum. Retrovir., 10: 1433-1441.

140. Steinman R. (1991). The dendritic cell system and its role in immunogenity. Ann. Rev.
Immunol., 9: 271-296.

141. Inaba K., Inaba M., Naito M., Steinman R.M. (1993). Dendritic cell progenitors
phagocytose particles, including Bacillus Calmette-Guerin organisms, and sensitize mice
mycobacterial antigens in vivo. J. Exp. Med., 178: 479-488.

142. Moll H., Fuchs H., Blank C., Rollinghoff M. (1993). Langerhans cells transport Leishmania
major from the infected skin to the draining lymph node for presentation to antigen-specific T-
cells. Eur. J. Immunol., 23: 1595-1601.

143. Reis e Sousa C., Stahl P.D., Austyn J.M. (1993). Phagocytosis of antigens by Langerhans
cells in vitro. J. Exp. Med., 178: 509-519.

144. Svensson M., Stockinger B., Wick M.J. (1997). Bone marrow derived dendritic cells can
process bacteria for MHC-I and MHC-II presentation to T cells. J. Immunol., 158, 4229-4236.

145. Sallusto F., Lanzavecchia A. (1995). Dendritic cells use macropinocytosis and the manose
receptor to concentrate antigen to the MHC class II compartment. Downregulation by
cytokines and bacterial products. J. Exp. Med., 182: 389-400.

146. Jiang W. (1995). The receptor DEC-205 expressed by dendritic cells and thymic epithelial
cells is involved in antigen processing. Nature, 375: 151-155.

147. Sallusto F., Lanziavecchia A (1994). Efficient presentation of antigen by cultured human
dendritic cells is maintained by granulocyte/macrophage colony stimulating factor plus
interleukin 4 and downregulated by tumor necrosis factor.  J. Exp. Med., 179: 1109-1118.

148. Winzler C. (1997). Maturation stages of mouse dendritic cells in growth factor-dependent
long term cultures. J. Exp. Med., 185: 317-328.

149. Nijman H. (1995). Antigen capture and MHC class II compartments of freshly isolated and
cultured human blood dendritic cells. J. Exp. Med., 182: 163-174.

150. Pierre P. (1997). Developmental regulation of MHC class II transport in mouse dendritic
cells. Nature, 388: 787-792.

151. Cella M., Engering A., Pinet V., Pieters J., Lanzavecchia A. (1997). Inflammatory stimuli
induce accumulation of MHC class II complexes on dendritic cells. Nature, 388: 782-787.

152. Kitajima T., Arizumi K., Bergstresser P.R., Takashima A. (1996). A novel mechanism of
glucocorticoid-induced immune suppression: The inhibition of T cell-mediated terminal
maturation of a murine dendritic cell line. J. Clin. Invest., 98: 142-147.

153. Adema G.J. (1997). A dendritic cell derived C-C chemokine that preferentially attracts naive
T cells. Nature, 387: 713-717.



VII. Literature
_____________________________________________________________________

112

154. Brocker T. (1997). Survival of mature CD4 T lymphocytes is dependent on MHC class II
expressing dendritic cells. J. Exp. Med., 186: 1223-1232.

155. Sallusto F., Nicolo C., De Maria R., Corinti S., Testi R. (1996). Ceramide inhibits antigen
uptake and presentation by dendritic cells. J. Exp. Med., 184: 2411-2416.

156. Granelli-Piperno A., Pope M., Inaba K., Steinman R.M. (1995). Coexpression of REL and
SP1 transcription factors in HIV-1 induced, dendritic cell T syncytia. Proc. Natl. Acad. Sci.
U.S.A., 92: 10940-10984.

157. Roake J.A., Rao A.S., Morris P.J., Larsen C.P., Hankins D.F., Austyn J.M. (1995).
Dendritic cell loss from non-lymphoid tissue following systemic administration of
lipopolysaccharide, tumor necrosis factor, and interleukin 1. J. Exp. Med., 181: 2237-2248.

158. Greaves D.R., Wang W., Dairaghi D.J., Dieu M.C., Saint-Vis B., Franz-Bacon A., Rossi
D., Caux C., McClanahan, Gordon S., Zlotnik A., Schall T.J. (1997). CCR6, a C-C
chemokine receptor that interacts with macrophage inflammatory protein 3 and is highly
expressed in human dendritic cells. J. Exp. Med., 186: 837-844.

159. Sozzani S., Sallusto F., Luini W., Zhou D., Piemonti L., Allavena P., Van Damme J.,
Valititti S., Lanzavecchia A., Mantovani A. (1995). Migration of dendritic cells in response
to formyl peptides, C5a, and a distinct set of chemokines. J. Immunol., 155: 3292-3295.

160. Bhardwaj N., Young J.W., Nisanian A.J., Baggers J., Steinmann R.M. (1993). Small
amounts of superantigen, when presented on dendritic cells, are sufficient to initiate T cell
response. J. Exp. Med., 178: 633-642.

161. Inaba K., Inaba M., Naito M., Steinman R.M. (1993). Dendritic cell progenitors
phagocytose particles, including Bacillus Calmette-Guerin organisms, and sensitize mice
mycobacterial antigens in vivo. J. Exp. Med., 178: 479-488.

162. Moll H., Fuchs H., Blank C., Rollinghoff M. (1993).  Langerhans cells transport Leishmania
major from the infected skin to the draining lymph node for presentation to antigen-specific T-
cells. Eur. J. Immunol., 23: 1595-1601.

163. Zitvogel L. (1996). Therapy of murine tumors with tumor peptide pulsed dendritic cells:
Dependence on T-cells, B-7 costimulation, and Th1-associated cytokines. J. Exp. Med., 183:
87-97.

164. Paglia P., Chiodoni C., Rodolfo M., Colombo M.P. (1996). Murine dendritic cells loaded in
vitro with soluble protein prime CTL against tumor antigen in vivo. J. Exp. Med., 183: 317-
322.

165. Majordomo J.I. (1995). Bone marrow derived dendritic cells pulsed with synthetic tumour
peptides elicit protective and therapeutic antitumour immunity. Nature Med., 183: 317-322.

166. Hsu F.J. (1996). Vaccination of patients with B-cell lymphoma using autologous antigen-
pulsed dendritic cells. Nature Med., 2: 52-54.

167. Ingulli E., Mondino A., Khoruts A., Jenkins M.K. (1997). In vivo detection of dendritic cell
antigen presentation to CD4+ T cells. J. Exp. Med., 185: 2133-2141.

168. Luther S.A., Gulbranson-Judge A., Acha-Orbea A., MacIlennan I.C.M. (1997). Viral
superantigen drives extrafollicular B cell differentiation leading to virus-specific antibody
production. J. Exp. Med., 185: 551-562.

169. Kudo S., Matsuno K., Ezaki T., Ogawa M. (1997). A novel migration pathway for rat
dendritic cells from the blood: Hepatic sinusoid-lymph translocation. J. Exp. Med., 185:
777-784.



VII. Literature
_____________________________________________________________________

113

170. Inaba K., Pack M., Inaba M., Sakuta H., Isdell F., Steinman R.M. (1997). High levels of a
major histocompatibility complex II-self peptide complex on dendritic cells from lymph node.
J. Exp. Med., 186: 665-672.

171. Cella M., Scheidegger D., Palmer-Lehmann K., Lane P., Lanzavecchia A., Alber G.
(1996). Ligation of CD40 on dendritic cells triggers production of high levels of interleukin-
12 and enhances T cell stimulatory capacity: T-T help via APC activation. J. Exp. Med., 184:
747-752.

172. Reis e Sousa C. (1997). In vivo microbial stimulation induces rapid CD40L independent
production of IL-12 by dendritic cells and their re-distribution to T-cell areas. J. Exp. Med.,
186: 1819-1829.

173. Caux C., Vanbervliet B., Massacrier C., Azuma M., Okumura K., Lanier L.L.,
Banchereau J. (1994). B70/B7-2 is identical to CD86 and is the major functional ligand for
CD28 expressed on human dendritic cells. J. Exp. Med., 180: 1841-1847.

174. Inaba K., Witmer-Pack M., Hathcock K.S., Sakuta H., Azuma M., Yagita H., Okumura
K., Linsley P.S., Ikehara S. (1994). The tissue distribution of the B7-2 costimulator in mice:
abundant expression on dendritic cells in situ and during maturation in vitro. J. Exp. Med.,
180: 1849-160.

175. Bhardwaj N., Bender A., Gonzales N., Bui L.K., Garrett M.C., Steinman R.M. (1994).
Influenza virus-infected dendritic cells stimulate strong proliferative and cytolytic responses
from human CD8+ T cells. J. Clin. Invest., 94: 797-807.

176. Bender A., Bui L.K., Feldman M.A.V., Larsson M., Bhardwaj N. (1995). Inactivated
influenza virus, when presented on dendritic cells, elicits human CD8+ cytolytic T cell
responses. J. Exp. Med., 182: 1663-1671.

177. Koch F., Stanzl U., Jennewein P., Janke K., Heufler C., Kampgn E., Romani N., Schuler
G. (1996). High level IL-12 production by murine dendritic cells: upregulation via MHC class
II and CD40 molecules and downregulation by IL-4 and IL-10. J. Exp. Med., 184: 741-747.

178. Caux C., Massacrier C., Vanbervliet B., Dubois B., Van Kooten C., Durand I.,
Banchereau J. (1994). Activation of human dendritic cells through CD40 cross-linking. J.
Exp. Med., 180: 1263-1272.

179. Wong B.R., Josien R., Lee S.Y., Sauter B., Li H.L., Steinman R.M. (1997). TRANCE a
new TNF family member predominantly expressed in T cells, is a dendritic specific survival
factor. J. Exp. Med., 186: 2075-2080.

180. Anderson D.M., Maraskovsky E., Billingsley W.L., Dougall W.C., Tometsko M.E., Roux
E.R., Teepe M.C., DuBose R.F., Cosman D., Galibert L. (1997). A homologue of the TNF
receptor and its ligand enhance T-cell growth and dendritic cell function. Nature, 390: 175-
179.

181. Steinman R.M. in Fundamental Immunology (ed. Paul W.E.) 4th edn (Lippincott-Raven,
Philadelphia).

182. Caux C., Massacrier C., Vanbervliet B., Dubois B., Durand I., Cella M., Lanzavecchia
A., Banchereau J. (1997). CD34+ hematopoietic progenitors from human cord blood
differentiate along two independent dendritic cell pathways in response to GM-CSF+TNFa: II.
Functional analysis. Blood, 90: 1458-1470.

183. Dubois B., Vanbervliet B., Fayette J., Massacrier C., Van Kooten C., Briere F.,
Banchereau J., Caux C. (1997). Dendritic cells enhance growth and differentiation of CD40-
activated B lymphocytes. J. Exp. Med., 185: 941-951.

184. Fayette J., Dubois B., Vandenabeele S., Bridon J.M., Vanbervliet B., Durand I.,
Banchereau J., Caux C., Briere F. (1997). Human dendritic cells skew isotype switching of
CD40-activated naive B cells towards IgA1 and IgA2. J. Exp. Med., 185: 1909-1918.



VII. Literature
_____________________________________________________________________

114

185. Matsumoto M., Fu Y.X., Molina H., Huang G., Kim J., Thomas D.A., Nahm M.H.,
Chaplin D.D. (1997). Distinct roles of lymphotoxin-a and type 1 TNF receptor in the
establishment of follicular dendritic cells from non-bone marrow-derived cells. J. Exp. Med.,
186: 1997-2004.

186. Liu Y.J., Grouard G., de Bouteiller O., Banchereau J. (1996). Follicular dendritic cells and
germinal centers. Int. Rev. Cytology, 166: 139-179.

187. Liu Y.J., Xu J., de Bouteiller O., Parham C.L., Grouard G., Djossou O., de Saint-Vis B.,
Lebeque S., Banchereau J., Moore K.W. (1997). Follicular dendritic cells specifically
express the long CR2/CD21 isoform. J. Exp. Med., 185: 165-170.

188. Chaux P., Moutel M., Faivre J., Martin F., Martin M. (1996). Inflammatory cells
infiltrating human colorectal carcinomas express HLA class II but not B7-1 and B7-2
costimulatory molecules of the T cell activation. Lab. Invest., 74: 975-983.

189. Specht J.M. (1997). Dendritic cells retrovirally transduced with a model tumor antigen are
therapeutically effective against established pulmonary metastases. J. Exp. Med., 186: 1213-
1221.

190. Song W. (1997). Dendritic cells genetically modified with an adenoviral vector encoding the
cDNA for a model tumor antigen induce protective and therapeutic antitumor immunity. J.
Exp. Med., 186: 1247-1256.

191. Schuler G., Steinman R.M. (1997).  Dendritic cells as adjuvants for immune-mediated
resistance to tumors. J. Exp. Med., 186: 1183-1187.

192. Celluzi C.M., Mayordomo J.I., Storkus W.J., Lotze M.T., Falo L.D. (1996). Peptide
pulsed dendritic cells induce antigen specific CTL mediated protective tumor immunity. J.
Exp. Med., 183: 283-287.

193. Zitvogel L., Mayordomo J.I., Tjandrawan T., DeLeo A.B., Clarke M.R., Lotze M.T.,
Storkus W.J. (1996). Therapy of murine tumors with tumor peptide pulsed dendritic cells:
dependence on T cells, B7 costimulation, and T helper cell 1-associated cytokines. J.Exp.
Med., 183: 87-97.

194. Paglia P., Chiodoni C., Rodolfo M., Colombo M.P. (1996). Murine dendritic cells loaded in
vitro with soluble protein prime cytotoxic T lymphocytes against tumor antigen in vivo. J.
Exp. Med., 183: 317-322.

195. Cella M., Sallusto F., Lanzavecchia A. (1997). Origin, maturation and antigen presenting
function of dendritic cells. Curr. Opin. Immunol., 9: 10-16.

196. Borzkowski D., Nair S.K., Snyder D., Gilboa E. (1996). Dendritic cells pulsed with RNA
are potent antigen presenting cells in vitro and in vivo.  J. Exp. Med., 184: 465-472.

197. Borzkowski D., Nair S.K., Snyder D., Gilboa E. (1996). Dendritic cells pulsed with RNA
are potent antigen presenting cells in vitro and in vivo.  J. Exp. Med., 184: 465-472.

198. Nair S.K., Boczkowski D., Morse M., Cumming R.I., Lyerly H.K., Gilboa I. (1998).
Induction of primary carcinoembryonic antigen (CEA)-specific cytotoxic T lymphocytes in
vitro using human dendritic cells transfected with RNA. Nature Biotechnology, 16: 364-369.

199. Osband M.E., Ross S. (1990). Problems in the investigational study and clinical use of cancer
immunotherapy. Immunol. Today, 11: 193-195.

200. Muul L.M., Spies P.J., Director E.P., Rosenberg S.A. (1987). Identification of specific
cytolytic immune responses against autologous tumor in humans bearing malignant
melanoma. J. Immunol., 138: 989-1001.



VII. Literature
_____________________________________________________________________

115

201. George T.J.  (1993). Cancer Res., 53: 2374-2388.

202. Eliot B.E., Carlow D.A., Rodricks A., Wade A. (1989). Perspectives on the role of MHC
antigens in normal and malignant cell development. Adv. Cancer Res., 53: 181-190.

203. Restifo N.P., Esquivel F., Kawakami Y., Yewdell J.W., Mule J.J., Rosenberg S.A., Bennink
J.R. (1993). Identification of human cancers deficient in antigen processing. J. Exp. Med.,
177: 265-272.

204. Chen L., Ashe S., Brady W.A., Hellström I., Hellström K.E., Ledbetter J.A., McGowan
P., Linsley P.S. (1992).  Costimulation of antitumor immunity by the B7 counterreceptor for
the T lymphocyte molecules CD28 and CTLA-4. Cell, 71: 1093-1102.

205. Trojan J., Johnson T.R., Rudin S.D., Ilan J., Tycocinski M.L., Ilan J. (1993). Treatment
and prevention of rat glioblastoma by immunogenic C6 cells expressing antisense insulin-like
growth factor I RNA. Science, 295: 94-97.

206. Chesnut R.W., Grey H.M. (1989). Studies on the capacity of B cells to serve as antigen
presenting cells.  J. Immunol., 128: 1075-1079.

207. Lanzavecchia A. (1990). Receptor mediated antigen uptake and its effect on antigen
presentation to class II restricted T lymphocytes.  Immunol. Rev., 8: 773-793.

208. Gong J., Chen D., Kashiwaba M., Kufe D. (1997). Induction of antitumor activity by
immunization with fusions of dendritic and carcinoma cells. Nature, 5: 558-561.

209. Guo Y., Wu M., Chen H., Wang X., Liu G., Li G., Ma J., Sy M-S. (1994). Effective tumor
vaccine generated by fusion of hepatoma cells with activated B cells. Science, 236: 518-520.

210. Metlay J.P., Witmer-Pak M.D., Agger R., Crowley M.T., Lawless D., Steinmann R.M.
(1990). The distinct leukocyte integrins of mouse dendritic cells as identified with new
hamster monoclonal antibodies. J. Exp. Med., 171: 1753-1771.

211. Larson R.S., Springer T.A. (1990). Structure and function of leukocyte integrins. Immunol.
Rev., 114: 181-217.

212. Bilsland C.A.G., Diamond M.S., Springer T.A. (1994). The integrin p150, 95
(CD11c/CD18) as a receptor for iC3b. Activation by a heterologous beta subunit and
localization of a ligand recognition site to the I domain. J. Immunol., 152: 4582-4589.

213. Stenger S., Thüring H., Röllinghof M., Bogdan C. (1994). Tissue expression of inducible
nitric oxide synthase is closely associated with resistance to leishmania major. J. Exp. Med.,
180: 783-793.

214. Soldaini E., Pla M., Beermann F., Espel E., Corthesy P., Barange S., Waanders G.A.,
MacDonald H.R., Nabholz M. (1995). Mouse interleukin-2 receptor gene expression. J. Biol.
Chem., 270: 10733-10742.

215. Ledbetter J.A., Herzenberg L.A. (1997). Xenogenic monoclonal antibodies to mouse
lymphoid differentiation antigens. Immunol. Rev., 47: 63-90.

216. Ledbetter J.A., Rouse R.V., Micklem H.S., Herzenberg L.A. (1980). T cell subsets defined
by expression of Lyt-1, 2, 3 and Thy-1 antigens. J. Exp. Med., 152: 280-295.

217. Wolf Z.R., Freeman G.J., Galvin F., Benacerraf B., Nadler L., Reiser H. (1992). Expression
and function of the murine B7 antigen, the major costimulatory molecule expressed by
peritoneal exudate cells. Proc. Natl. Acad. Sci. U.S.A., 89: 4210-4214.

218. Abastado J.P., Casrouge A., Kourilsky P. (1993). Differential role of conserved and
polymorphic residues of the binding groove of MHC class I molecules in the selection of
peptides. J. Immunol., 151: 3569-3575.



VII. Literature
_____________________________________________________________________

116

219. Noun G., Reboul M., Abastado J.P., Jaulin C., Kourilski P., Pla M. (1996). Alloreactive
monoclonal antibodies select Kd molecules with different peptide profiles. J. Immunol., 157:
2455-2461.

220. Ozato K., Mayer N.M., Sachs D.H. (1982). Monoclonal antibodies to mouse major
histocompatibility complex antigens. A series of hybridoma clones producing anti-H-2d

antibodies and an examination of H-2d antigens on the surface these cells. Transplantation,
34: 113-120.

221. Hanahan D. (1983). Studies of transformation of Escherichia coli with plasmids. J. Mol.
Biol., 53: 557-580.

222. Studier F.W., Rosenberg A.H., Dunn J.J., Dubendorff J.W. (1990). Use of T7 polymerase
to direct expression of cloned genes. Methods in Enzymology, 185: 60-89.

223. Bachmann B. (1990). Linkage map of Escherichia coli K12. Microbiol. Rev., 54: 130-197.

224. Sambrook J., Fritsch E.F., Maniatis T. (1989). Molecular cloning: a laboratory manual, 2nd
edition. Cold Spring Harbor, N.Y.: Cold Spring Habor Laboratory Press.

225. Birge, E.A. (1984). Die Transformation. Bakterien und Phagengenetik, Springer Verlag,
Berlin.

226. Glover D.M.  IRL Press Oxford, UK 1: 109-135.

227. Birnboin H.C., and Doly J. (1979). A rapid alkaline extraction procedure for screening
recombinant plasmid DNA. Nuc. Acids Res., 7: 1513-1523.

228. Sharp P.A., Sugden B., and Sambrook J. (1973). Detection of two restriction endonuclease
activities in Haemophilus parainfluenzae using analytical agarose ethidium bromide
electrophoresis. Biochem., 12: 3055.

229. Bradford, M.M. (1976).  A rapid and sensitive method for the quantitation of microgram
quantities of protein utilizing the principle of protein dye binding. Anal. Biochem., 72: 248-
254.

230. Old L.J., Boyse E.A., Clarke D.A., Carswell E. (1962). Ann. N.Y. Acad. Sci., 101: 80-106.

231. Happ B., Hynes N.E., Groner B. (1993). Ha-ras and v-raf oncogenes, but not int-2 and c-
myc, interfere with the lactogenic hormone dependent activation of the mammary gland
specific transcription factor. Cell Growth & Differentiation, 4: 9-15.

232. Granucci F., Girolomoni G., Lutz M.B., Foti M., Marconi G., Gnocchi P., Nolli L., Ricciardi-
Castagnoli P. (1994). Modulation of cytokine expression in mouse dendritic cell clones.
Eur. J. Immunol., 24: 2522-2526.

233. Inaba K. (1992). Generation of large numbers of dendritic cells from mouse bone marrow
cultures supplemented with granulocyte/macrophage colony-stimulating factor. J. Exp. Med.,
176: 1693-1702.

234. Cosset F.L., Takeuchi Y., Battini J.L., Weiss R.A., Collins M.K.L. (1995). High-Titer
Packaging Cells Producing Recombinant Retroviruses Resistant To Human Serum. J. Virol.,
69: 7430-7436.

235. Takeuchi Y., Cosset F.L., Lachmann P.J., Okada H., Weiss R.A., Collins M.K.L. (1994).
Type C retrovirus inactivation by human complement is determined by both the viral genome
and producer cells. J. Virol., 68: 8001-8007.



VII. Literature
_____________________________________________________________________

117

236. Vanderbruggen P., Traversari C., Chomez P., Lurquin C., Deplean E., Vandeneynde B.,
Knuth A., Boon T. (1991).  A gene encoding an antigen recognized by cytolytic lymphocytes
on human melanoma. Science, 254: 1643-1647.

237. Coulie P.G., Brichard V., Vanpel A., Wolfel T., Schneider J., Traversari C., Mattei S.,
Deplean E., Lurquin C., Szikora J.P., Renauld J.C., Boon T. (1994). A new gene coding
for a differentiation antigen recognized by autologous cytolytic T lymphocytes on HLA-A2
melanomas. J. Exp. Med., 180: 35-42.

238. Kawakami Y., Eliyahu S., Sakaguchi K., Robbins P.E., Rivoltini L., Yannelli J.R.,
Appella E., Rosenberg S.A. (1994). Identification of the immunodominant peptides of the
MART-1 human melanoma antigen recognized by the majority of HLA-A2-restricted tumor-
infiltrating lymphocytes. J. Exp. Med., 180: 347-352.

239. Raz E., Carson D.A., Parker S.E.M., Parr T.B., Abai A.M., Aichinger G., Gromkowski
S.H., Singh M., Lew D., Yankauckas M.A., Baird S., Rhodes G.H. (1994). Intradermal
gene immunization: the possible role of DNA uptake in the induction of cellular immunity to
viruses. Proc. Natl. Acad. Sci. U.S.A., 91: 9519-9523.

240. Steinman R.M. (1991). The dendritic cell system and its role in immunogenicity. Annu. Rev.
Immunol., 9: 271-296.

241. Streilein J.W., Grammer S.F., Yoshikawa T., Demidem A., Vermeer M. (1990).
Functional dichotomy between Langerhans cells that present antigen to naive and to
memory/effector T lymphocytes. Immunol. Rev., 117: 159-184.

242. Bienz B., Zakut-Houri R., Givol D., Oren M. (1984). Analysis of the gene coding for the
murine cellular tumour antigen p53. EMBO J., 3: 2179-2183.

243. Arai N., Nomura D., Yokota K., Wolf D., Brill E., Shohat O., Rotter V. (1986).
Immunologically distinct p53 molecules generated by alternative splicing. Mol. Cell. Biol., 6:
3232-3239.

244. Frassanito M.A., Mayordomo J.I., DeLeo R.M., Storkus W.J., Lotze M.T. (1995).
Identification of Meth A sarcoma derived class I major histocompatibility complex associated
peptides recognized by a specific CD8+ cytotoxic T lymphocyte. Cancer Res., 55: 124-128.

245. Noguchi Y., Chen Y.-T., Old L.J. (1994). A mouse mutant p53 product recognized by CD4+
and CD8+ T cells. Proc. Natl. Acad. Sci. U.S.A., 91: 3171-3175.

246. Nogushi Y., Richards E.C., Chen Y.-T., Old L.J. (1995). Influence of interleukin 12 on p53
peptide vaccination against established Meth A sarcoma. Proc. Natl. Acad. Sci. U.S.A., 92:
2219-2223.

247. Bergstresser P.R., Fletcher C.R., Streilein J.W. (1980). Surface densities of Langerhans
cells in relation to rodent epidermal sites with special immunologic properties. J. Invest.
Dermatol., 74: 77-80.

248. Stingl G., Katz S.I., Green I., Shevach E.M. (1978).  Langerhans cell-lymphocyte reaction.
Clin. Res., 26: 521A.

249. Stingl G., Katz S.I., Shevach E.M., Rosenthal A.S., Green I. (1978). Analogous functions
of macrophages and Langerhans cells in the interaction of immune response. J. Invest.
Dermatol., 71: 59-64.

250. Silberberg-Sinaki I., Fedorko M.E., Baer R.L., Rosenthal S.A., Berezowski V.,
Thorbecke G.J. (1977). Langerhans cells: Target cells in immune complex reactions. Cell.
Immunol., 32: 400-416.



VII. Literature
_____________________________________________________________________

118

251. Fuller D.H., Haynes J.R. (1994). A qualitative progression in HIV type I glucoprotein 120-
specific cytotoxic cellular and humoral immune responses in mice receiving a DNA-based
glycoprotein 120 vaccine. AIDS Res. Hum. Retrovir., 10: 1433-1441.

252. Heinzel F.P. (1995). Th1 and Th2 cells in the cure and pathogenesis of infectious disease.
Curr. Opin. Infect. Dis., 8: 151-155.

253. Yankauckas M.A., Morrow J.E., Parker S.E., Abai A., Rhodes G.H., Dwarki V.J.,
Gromkowski S.H. (1993). Long-term antinucleoprotein cellular and humoral immunity is
induced by intramuscular injection of plasmid DNA containing NP gene. DNA Cell Biol., 12:
771-776.

254. Justewicz D.M., Morin M.J., Robinson H.L., Webster R.G. (1995). Antibody forming cell
response to virus challenge in mice immunized with DNA encoding the influenza virus
hemagglutinin. J. Virol., 69: 7712-7717.

255. Deck R.R., DeWitt C.M., Donnelly J.J., Liu M.A., Ulmer J.B. (1997). Characterization of
humoral immune responses induced by an influenza hemagglutinin DNA vaccine. Vaccine,
15: 71-78.

256. Fuller D.H., Haynes J.R. (1994). A qualitative progression in HIV type 1 glycoprotein 120-
specific cytotoxic cellular and humoral immune responses in mice receiving a DNA-based
glycoprotein 120 vaccine. AIDS Res. Hum. Retrovir., 10: 1433-1441.

257. Yankauckas M.A., Morrow J.E., Parker S.E., Abai A., Rhodes G.H., Dwarki V.J.,
Gromkowski S.H. (1993). Long-term antinucleoprotein cellular and humoral immunity is
induced by intramuscular injection of plasmid DNA containing NP gene. DNA Cell Biol., 12:
771-776.

258. Justewicz D.M., Morin M.J., Robinson H.L., Webster R.G.  (1995). Antibody forming cell
response to virus challenge in mice immunized with DNA encoding the influenza virus
hemagglutinin. J. Virol., 69: 7712-7717.

259. Dugan M., Oratz R., Speyer J., Roses D.F., Harris M.N., Golomb F., Bystrin J.C. (1987).
Relationship between immune responses to melanoma vaccine immunization and tumor
progression in man. Clin. Res., 35: 523a.

260. Barth R.J., Buck S.N., Mule J.J., Rosenberg S.A. (1990). Unique murine tumor associated
antigens identified by tumor infiltrating lymphocytes. J. Immunol., 144: 1531-1537.

261. Aebersold P., Hyatt C., Johnson S., Hines K., Korcak L., Sanders M., Lotze M., Topalian
S., Yang J., Rosenberg S.A. (1991). Lysis of autologous melanoma cells by tumor-
infiltrating lymphocytes: association with clinical response. J. Nat. Cancer Inst., 83: 932-937.

262. Rotzschke O., Falk K., Deres K., Schild H., Norda M., Metzger J., Jung G., Rammensee
H.G. (1990). Isolation and analysis of naturally processed viral peptides as recognized by
cytotoxic T cells. Nature, 348: 252-253.

263. Falk K., Rotzschke O., Stevanovic S., Jung G., Rammensee H.G. (1990). Allele specific
motifs revealed by sequencing of self-peptides eluted from MHC molecules. Nature, 351:
290-292.

264. De Fromentel C.C., Soussi T. (1992). TP53 tumor suppressor gene: a model for investigating
human mutagenesis. Genes, Chromosomes & Cancer, 4: 1-15.

265. Yanuck M., Carbone D.P., Pendleton C.D., Tsukui T., Winter S.F., Minna J.D.,
Berzofsky J.A. (1993). A mutant p53 tumor suppressor protein is a target for peptide-induced

CD8+ cytotoxic T cells. Cancer Res., 53: 3257-3261.



VII. Literature
_____________________________________________________________________

119

266. Noguchi Y., Chen Y.T., Old L.J. (1994). A mouse mutant p53 product recognized by CD4+

and CD8+ T cells. Proc. Natl. Acad. Sci. U.S.A., 91: 3171-3175.

267. Steinman R. (1991). The dendritic cell system and its role in immunogenicity. Ann. Rev.
Immunol., 9: 271-296.

268. Sallusto F., Cella M., Danieli C., Lanzavecchia A. (1995). Dendritic cells use
macropinocytosis and the mannose receptor to concentrate macromolecules in the major
histocompatibility complex class-II compartment - downregulation by cytokines and bacterial
products. J. Exp. Med., 182: 389-400.

269. Jiang W., Swiggard W.J., Heufler C., Peng M., Mirza A., Steinman R.M., Nussenzweig
M.C. (1995). The receptor DEC-205 expressed by dendritic cells is involved in antigen
processing. Nature, 375: 151-155.

270. Lanzavecchia A. (1996). Mechanisms of antigen uptake for presentation. Curr. Opin.
Immunol., 8: 348-354.

271. Mayordomo J.I., Zorina T., Storkus W.J., Zitvogel L., Celluzzi C., Falo L.D., Melief C.J.,
Ildstad S.T., Kast W.M., Deleo A.B., Lotze M.T. (1995). Bone marrow derived dendritic
cells pulsed with synthetic tumor peptides elicit protective and therapeutic anti-tumor
immunity. Nature Med., 1: 1297-1302.

272. Nair S.K., Boczkowski D., Snyder D., Balboa E. (1997). Antigen presenting cells pulsed
with unfractionated tumor-derived peptides are potent tumor vaccines. Europ. J. Immunol.,
27: 589-597.

273. Cohen P.A., Cohen P.J., Rosenberg S.A., Mule J.J. (1994). CD4-T cells from mice
immunized to syngeneic sarcomas recognize distinct, non-shared tumor antigens. Cancer Res.,
54: 1055-1058.

274. Ashley D.M., Faiola B., Nair S., Hale L.P., Bigner D.D., Gilboa E. (1997). Bone marrow
generated dendritic cells pulsed with tumor extracts or tumor RNA induce anti-tumor
immunity against central nervous system tumors. J. Exp. Med., 186: 1177-1182.

275. Gong J.L., Chen D.S., Kashiwaba M., Kufe D. (1997). Induction of anti-tumoral activity by
immunization with fusions of dendritic and carcinoma cells. Nature Med., 3: 558-561.

276. Roe T., Reynolds T.C., Yu G., Brown P.O. (1993). Integration of murine leukemia virus
DNA depends on mitosis. EMBO J., 12: 2099-2108.

277. Cosset F.L., Takeuchi Y., Battini J.L., Weiss R.A., Collins M.K.L. (1995). High titer
packaging cells producing recombinant retroviruses resistant to human serum. J. Virol., 69:
7430-7436.

278. Altenschmidt U., Ricciardi-Castagnoli P., Modolell M., Otto H., Wiesmuller K.H., Jung
G., Simon M.M. (1996). Bone marrow derived macrophage lines and immortalized cloned
macrophage and dendritic cells support priming of Borrelia burgdorferi-specific T cell
responses in vitro. Immunol. Letters, 50: 41-49.

279. Alijagic S., Moller P., Artuc M., Jurgovsky K., Czarnetzki B.M., Schadendorf D. (1995).
Dendritic cells generated from peripheral blood transfected with human tyrosinase induce
specific T cell activation. Eur. J. Immunol., 25: 3100-3107.

280. Ashley D.M., Faiola B., Nair S., Hale L.P., Bigner D.D., Gilboa E. (1997). Bone marrow
generated dendritic cells pulsed with tumor extracts or tumor RNA induce antitumor
immunity against central nervous system tumors. J. Exp. Med., 186: 177-1182.



VII. Literature
_____________________________________________________________________

120

281. Nair S.K., Boczkowski D., Morse M., Cumming R.I., Lyerly H.K., Gilboa E. (1998).
Induction of primary carcinoembryonic antigen (CEA)-specific cytotoxic T lymphocytes in
vitro using human dendritic cells transfected with RNA. Nature Biotechnol., 16: 364-369.

282. DeLeo A.B., Jay G., Appella E., Duboids G.C., Law L.W., Old L.J. (1979). Detection of a
transformation related antigen in chemically induced sarcomas and other transformed cells of
the mouse. Proc. Natl. Acad. Sci. U.S.A., 76: 2420-2424.

283. Reich N.J., Oren M., Levine A.J. (1983). Two distinct mechanisms regulate the levels of a
cellular tumor antigen p53. Mol. Cell. Biol., 3: 2143-2150.

284. Gronostajewski R.M., Goldberg A.L., Pardee A.D. (1984). Energy requirement for
degradation of tumor associated protein p53. Mol. Cell. Biol., 4: 442-448.

285. Bienz B., Zakut-Houri R., Givol D., Oren M. (1984). Analysis of the gene coding for the
cellular tumor antigen p53. EMBO, 3: 2179-2183.

286. Arai N., Nomura D., Yokota K., Wolf D., Brill E., Shohat O., Rotter V. (1986).
Immunologically distinct p53 molecules generated by alternative splicing. Mol. Cell. Biol., 6:
3232-3239.

287. Korkolopoulou P., Kaklamanis L., Pezella F., Harris A.L., Gatter K.C. (1996).  Loss of
antigen presenting molecules (MHC class I and TAP-1) in lung cancer. Br. J. Cancer, 73:
148-153.

288. Seliger B., Harders C., Wollscheid U., Staege M.S., Reske-Kunz A.B., Huber C. (1996).
Suppression of MHC class I antigen in oncogenic transformants: association with decreased
recognition by cytotoxic T lymphocytes. Exp. Hematol., 24: 1275-1279.

289. Sedlacek H.H. (1994). Vaccination for treatment of tumors: a critical comment. Crit. Rev.
Oncol., 5: 555-587.

290. Pardigon N., Bercovici N., Calbo S., Santos-Lima E.C., Liblau R., Kourilsky P.,
Abastado J.P. (1998). Role of co-stimulation in CD8+ T cell activation. Int. Immunol., 10:
619-630.

291. Sagerstrom C.G., Kerr E.M., Allison J.P., Davis M.M. (1993). Activation and
differentiation requirements of primary T cells in vitro. Proc. Natl. Acad. Sci. U.S.A., 90:
8987-8991.

292. Dorfman D.M., Schultze J.L., Shahsafaei A., Michalak S., Gribben J.G., Freeman G.J.,
Pinkus G.S., Nadler L.M. (1997). In vivo expression of B7-1 and B7-2 by follicular
lymphoma cells can prevent induction of T cell anergy but is insufficient to induce significant
T cell proliferation. Blood, 90: 4297-4306.

293. Croft M. (1294). Activation of naïve, memory and effector T cells. Curr. Opin. Immunol., 6:
431-437.

294. Ni K., O’Neill H.C. (1997). The role of dendritic cells in T cell activation. Immunol. Cell
Biol., 75: 223-230.

295. Becker Y. (1993). Dendritic cell activity against primary tumors: an overview. In vivo, 7: 187-
191.

296. Chaux P. (1995). Dendritic cells and immune functions in cancer. Pathol. Biol., 43: 897-903.

297. Chen L., Linsley P.S., Hellstrom K.E. (1993). Costimulation of T cells for tumor immunity.
Immunol. Today, 14: 483-486.



VII. Literature
_____________________________________________________________________

121

298. Boussiotis V.A., Freeman G.J., Gribben J.G., Nadler L.M. (1996). The role of B7-1/B7-2:
CD28/CLTA-4 pathways in the prevention of anergy, induction of productive immunity and
down-regulation of the immune response. Immunol. Rev., 153: 5-26.

299. Kosko-Vilbois M.H., Gray D., Scheidegger D., Julius M. (1993). Follicular dendritic cells
help resting B cells to become effective antigen-presenting cells: induction of B7/BB1 and
upregulation of major histocompatibility complex class II molecules. J. Exp. Med.,  178: 2055-
2066.

300. MacLennan I.C. (1994). Germinal centers. Annu. Rev. Immunol., 12: 117-139.

301. Liu Y.J., Arpin C. (1997). Germinal center development. Immunol. Rev., 156: 111-126.

305. Greenblatt M.S., Bennett W.P., Hollstein M., Harris C.C. (1994). Mutations in the p53
tumor suppressor gene: clues to cancer ethiology and molecular pathogenesis. Cancer Res.,
54: 4855-4878.

306. Mercer W.E., Shields M.T., Lin D., Apella E., Ulrich S.J. (1991). Growth suppression
induced by wild-type p53 protein is accompanied by selective downregulation of proliferating
nuclear antigen in colon carcinoma cell lines that express c-myb. Cancer Res., 51: 2897-2901.

307. Shrivastova S., Zou A., Pirollo K., Blattner S., Chang E. (1990). Germline transmission of
a mutated p53 gene in a cancer prone family with Li-Fraumeni syndrome. Nature, 348: 747-
749.

308. Hainaut P. (1995). The tumor suppressor protein p53: a receptor to genotoxic stress that
controls cell growth and survival. Current Opin. Oncol., 7:76-82.

309. Dittmer D., Pati S., Zambetti G., Chu S., Teresky A.K., Moore M., Finlay C., Levine A.J.
(1993). Gain of function mutations in p53. Nature Genet., 4: 42-46.

310. Reich N.C., Oren M., Levine A.J. (1983). Two distinct mechanisms regulate the levels of a
cellular tumor antigen, p53. Mol. Cell. Biol., 3:2143-2150.

311. Rogel A., Popliker M., Webb C.G., Oren M. (1985). p53 cellular tumor antigen: analysis of
mRNA levels in normal adult tissues, embryos, and tumors. Mol. Cell. Biol., 5: 2851-2855.

312. Oren M., Reich N., Levine A.J. (1981). Post-translational regulation of the 54 kD cellular
tumor antigen in normal and transformed cells. Mol. Cell. Biol., 1: 101-110.

313. Sarnow P., Ho Y.S., Williams J., Levine A.J. (1982). Adenovirus E1b-58 kDa tumor antigen
and SV40 large tumor antigen are physically associated with the same 54 kD cellular protein
in transformed cells. Cell, 28: 387-394.

314. Pinhasi O., Oren M. (1984). Expression of the mouse p53 cellular tumor antigen in monkey
cells. Mol. Cell. Biol., 4: 2180-2186.

315. Gronostajewski R.M., Goldberg A.L., Pardee A.D. (1984). Energy requirement for
degradation of tumor associated protein p53. Mol. Cell. Biol., 4: 442-448.

316. Kerr J.F.R., Winterford C.M., Harmon B.V. (1994). Apoptosis: its significance in cancer
and cancer therapy. Cancer, 73: 2013-2026.

317. Dive C., Hickman J. (1991). Drug-target interactions: only the first step in the commitment to
a programmed cell death? Br. J. Cancer, 64: 192-201.

318. Lowe S.W., Bodis S., Bardeesy N., McClatchy A., Remington L., Ruley H.E., Fisher D.E.,
Jacks T., Pelletier J., Houseman D.E. (1994). Apoptosis and the prognostic significance of
p53 mutation. Cold Spring Harbor Symposium on Quantitative Biology, 59: 419-426.

319. Newcomb E.W. (1995). p53 gene mutations in lymphoid diseases and their possible relevance
to drug resistance. Leuk. Lymphoma, 17:211-221.



VII. Literature
_____________________________________________________________________

122

320. Chang F., Syrjanen S., Syrjanen K. (1995). Implication of the p53 tumor suppressor gene in
clinical oncology. J. Clin. Oncol., 13:1009-1022.

321. Hsiao M.H., Yu A.L., Ku D., Yeargin J., Haas M. (1994). Nonhereditary p53 mutations in
T-cell acute lymphoblastic leukemia are associated with the relapse phase. Blood, 83: 2922-
2930.

322. Kawamura M., Kikuchi A., Kobayashi S., Hanada R., Yamamoto K., Horibe K., Shikano
T., Ueda K., Hayashi K., Sekiya T., Yasuhide Y. (1995). Mutations in the p53 and ras genes
in childhood t(1:19)-acute lymphoblastic leukemia. Blood, 85: 2546-2552.

323. Dicciani M.B., Yu J., Hsiao M., Mukherjee S., Shao L.E., Yu A.L. (1994). Clinical
significance of p53 mutations in relapsed T-cell acute lymphoblastic leukemia. Blood, 84:
3105-3112.

324. Yoshimura I., Kudoh J., Saito S., Tazaki H., Shimizu N. (1995). p53 mutation in recurrent
superficial bladder cancer. J. Urol., 153: 1711-1715.

325. Wattel E., Preudhomme C., Hecquet B., Vanrumbeke M., Quesnel B., Dervite I., Morel
P., Fenaux P. (1994). p53 mutations are associated with resistance to chemotherapy and short
survival in hematologic malignancies. Blood, 84: 3148-3157.

326. Elrouby S., Thomas A., Costin D., Rosenberg C.R., Potmesil M., Silber R., Newcomb
W.E. (1993). p53 gene mutation in B-cell chronic leukemia is associated with drug resistance
and is independent of mdr1/mdr3 gene expression. Blood, 82: 3452-3459.

327. Bardeesy N., Beckwith J.B., Pelletier J. (1995). Clonal expansion and attenuated apoptosis
in Wilms' tumors are associated with p53 gene mutations. Cancer Res., 55: 215-219.

328. Sinicrope F.A., Ruan S.B., Cleary K.R., Stephens L.C., Lee J.J., Levin B. (1995). Bcl-2
and p53 oncoprotein expression during colorectal tumorigenesis. Cancer Res., 55: 237-241.

329. Bedi A., Pasricha P.J., Akhtar A.J., Barber J.P., Bedi G.C., Giardiello F.M., Zehnbauer
B.A., Hamilton S.R., Jones R.J. (1995). Inhibition of apoptosis during development of
colorectal cancer. Cancer Res., 55: 1811-1815.

330. Graeber T., Osmanian T., Jacks T. (1996).  Hypoxia mediated selection of cells with
diminished apoptotic potential in solid tumors. Nature, 362: 847.

331. Wiedenfeld E.A., Fernandez-Vina M., Berzofsky J.A., Carbone D.P. (1994). Evidence for
selection against human lung cancers bearing p53 missense mutations which occur within the
HLA A*0201 peptide consensus motif. Cancer Res., 54: 1175-1182.

332. Dugan M., Oratz R., Speyer J., Roses D.F., Harris M.N., Golomb F., Bystrin J.C. (1987).
Relationship between immune responses to melanoma vaccine immunization and tumor
progression in man. Clin. Res., 35: 523a.

333. Barth R.J., Buck S.N., Mule J.J., Rosenberg S.A. (1990). Unique murine tumor associated
antigens identified by tumor infiltrating lymphocytes. J. Immunol., 144: 1531-1537.

334. Aebersold P., Hyatt C., Johnson S., Hines K., Korcak L., Sanders M., Lotze M., Topalian
S., Yang J., Rosenberg S.A. (1991). Lysis of autologous melanoma cells by tumor-
infiltrating lymphocytes: association with clinical response. J. Nat. Cancer Inst., 83: 932-937.

335. Noguchi Y., Chen Y.T., Old L.J. (1994). A mouse mutant p53 product recognized by CD4+
and CD8+ T cells. Proc. Natl. Acad. Sci. U.S.A., 91: 3171-3175.



VII. Literature
_____________________________________________________________________

123

336. Nijman H.W., Van den Burg S.H., Vierboom M.P.M., Houbiers J.G.A., Kast W.M.,
Melief C.J.M. (1994). p53, a potential target for tumor directed T cells. Immunol. Lett., 40:
171-178.

337. Theobald M., Biggs J., Dittmer D., Levine A.J., Sherman L.A. (1995). Targeting p53 as a
general tumor antigen. Proc. Natl. Acad. Sci. U.S.A., 92: 11993-11997.

338. Houbiers J.G.A., Nijman H.W., Van den Burg S.H., Drijfhout J.W., Kenemans P., Van
de Velde C.J.H., Brand A., Momburg F., Kast W.M., Melief C.J.M. (1993). In vitro
induction of human cytolytic T lymphocyte responses against peptides of mutant and wild
type p53. Eur. J. Immunol., 23: 2072-2077.

339. Mayordomo J.I., Loftus D.J., Sakamoto H., De Cesare C.M., Appasamy P.M., Lotze
M.T., Storkus W.J., Appella E., DeLeo A.B. (1996). Therapy of murine tumors with p53
wild type and mutant sequence peptide-based vaccines. J. Exp. Med., 183: 1357-1365.

340. Röpke M., Hald J., Guldenberg P., Zeuthen J., Norgaard L., Fugger L., Svejgaard A.,
Van de Burg S., Nijman H.W., Melief C.J.M., Claesson M.H. (1996). Spontaneous human
squamous cell carcinomas are killed by a human cytotoxic T lymphocyte clone recognizing a
wild type p53 derived peptide. Proc. Natl. Acad. Sci. U.S.A., 93: 14704-14707.

341. Bertholet S., Iggo R., Corradin G. (1997). Cytotoxic T lymphocyte responses to wild type
and mutant mouse p53 peptides. Eur. J. Immunol., 27: 798-801.

342. Lacabanne V., Viguir M., Guilett J.-G., Choppin J. (1996). A wild type cytotoxic T cell
epitope is presented by mouse hepatocarcinoma cells. Eur. J. Immunol, 26: 2635-2639.

343. Vierboom M.P.M., Nijman H.W., Offringa R., Vandervoort E.I.H., Vanhall T.,
Vandenbroek L., Fleuren G.J., Kenemans P., Kast W.M., Melief C.J.M. (1997). Tumor
eradication by wild type p53 specific cytotoxic T lymphocytes. J. Exp. Med., 186: 695-704.

344. Melief C.J.M. (1993). Tumor eradication by adoptive transfer of cytotoxic T lymphocytes.
Adv. Cancer Res., 58: 143-175.

345. Nabel G.J., Felger P.L. (1993). Direct gene transfer for immunotherapy and immunization.
TIBTECH, 11: 211-215.

346. Sikora K. (1993). Gene therapy for cancer. Trends in Biotechnol., 11: 197-201.

347. Wolf J.A., Malone R.W., Williams P., Chong W., Ascadi G., Jani A., Felgner P.L. (1990).
Direct gene transfer into mouse muscle in vivo. Science, 247: 1465-1468.

348. Ulmer J.B., Donelly J.J., Parker S.E.M., Rhodes G.H., Felgner P.L., Dwarki V.J.,
Gromkowski S.H. (1993). Heterologous protection against influenza by injection of DNA
encoding a viral protein. Science, 259: 1745-1749.

349. Fynan W.F., Webster R.G., Fuller D.H., Haynes J.R., Santoro J.C., Robinson H.L.
(1993). DNA vaccines: protective immunizations by parental, mucosal, and gene gun
inoculations. Proc. Natl. Acad. Sci. USA., 90: 1487-1482.

350. Wang B., Ugen K.E., Srikantan V., Agadjadyan M.G., Dang K., Rafaeli Y., Sato A.L.,
Boyer J., Williams W.V., Weiner D.B. (1993). Gene inoculation generates immune
responses against human immunodeficiency virus type 1. Proc. Natl. Acad. Sci. USA, 90:
4156-4160.

351. Manickan E., Rouse R.J.D., Zu Z., Wire W.S., Rouse B.T. (1995). Genetic immunization
against herpes simplex virus. Protection is mediated by CD8+ T lymphocytes. J. Immunol.,
155: 259-265.

352. Raz E., Carson D.A., Parker S.E.M., Parr T.B., Abai A.M., Aichinger G., Gromkowski
S.H., Singh M., Lew D., Yankauckas M.A., Baird S., Rhodes G.H. (1994). Intradermal



VII. Literature
_____________________________________________________________________

124

gene immunization: the possible role of DNA uptake in the induction of cellular immunity to
viruses. Proc. Natl. Acad. Sci. U.S.A.,  91: 9519-9523.

353. Old L.J., Boyse E.A., Clarke D.A., Carswell E. (1962). Ann. N.Y. Acad. Sci., 101: 80-106.

354. Raz E., Carson D.A., Parker S.E.M., Parr T.B., Abai A.M., Aichinger G., Gromkowski
S.H., Singh M., Lew D., Yankauckas M.A., Baird S., Rhodes G.H. (1994). Intradermal
gene immunization: the possible role of DNA uptake in the induction of cellular immunity to
viruses. Proc. Natl. Acad. Sci. U.S.A., 91: 9519-9523.

355. Jiao S., Williams P., Berg R.K., Hodgeman B.A., Liu L., Repetto G., Wolf J.A. (1992).
Direct gene transfer into nonhuman primate myofibres in vivo.  Hum. Gene Ther., 3:21-33.

356. Davis H.L., Michel M.L., Whalen R.G. (1993). DNA based immunization induces
continuous secretion of hepatitis B surface antigen and high levels of circulating antibody.
Hum. Mol. Genet., 2: 1847-1851.

357. Tan J.H., Chan W.K. (1997). Efficient gene transfer into zebrafisch skeletal muscle by
intramuscular injection of plasmid DNA. Mol. Mar. Biol. Biotechnol., 6: 98-102.

358. Bergstresser P.R., Fletcher C.R., Streilein J.W. (1980). Surface densities of Langerhans
cells in relation to rodent epidermal sites with special immunologic properties. J. Invest.
Dermatol., 74: 77-80.

359. Raz E., Carson D.A., Parker S.E.M., Parr T.B., Abai A.M., Aichinger G., Gromkowski
S.H., Singh M., Lew D., Yankauckas M.A., Baird S., Rhodes G.H. (1994). Intradermal
gene immunization: the possible role of DNA uptake in the induction of cellular immunity to
viruses. Proc. Natl. Acad. Sci. U.S.A., 91: 9519-9523.

360. Klein E., Klein G. (1964). Antigenic properties of lymphomas induced by the Maloney agent.
J. Natl. Cancer Inst., 32: 547-565.

361. Prehn R.T., Main J.M. (1957). Immunity to methylcholanthrene induced sarcomas. J. Natl.
Cancer Inst., 18: 769-782.

362. Boon T., Kellermann O. (1977). Rejection by syngeneic mice of cell variants obtained by
mutagenesis of a malignant teratocarcinoma cell line. Proc. Natl. Acad. Sci. U.S.A., 74: 272-
275.

363. Boon T., Van Pel A. (1978). Teratocarcinoma cell variants rejected by syngeneic mice:
protection of mice immunized with these variants against other variants and against the
original malignant cell line. Proc. Natl. Acad. Sci. U.S.A., 75: 1519-1523.

364. Yanuck M., Carbone D.P., Pendleton D., Tsukui T., Winter S.F., Minna J.D., Berzofski
J.A. (1993). A mutant p53 tumor suppressor protein is a target for peptide-induced CD8+
cytotoxic T cells. Cancer Res., 53: 3257-3261.

365. Davidoff A.M., Iglehart J.D., Marks J.R. (1992). Immune response to p53 is dependent
upon p53/HSP70 complexes in breast cancers. Proc. Natl. Acad. Sci. U.S.A., 89: 3439-3442.

366. Winter S.F., Minna J.D., Johnson B.E., Takahashi T., Gazdar A.F., Carbone D.P. (1992).
Development of antibodies against p53 in lung cancer patients appears to be dependent on the
type of p53 mutation. Cancer Res., 52: 4168-4174.

367. Schlichtholz B., Legros Y., Gillet D., Gaillard C., Marty M., Lane D., Calvo F., Soussi T.
(1992). The immune response to p53 in breast cancer patients is directed against
immunodominant epitopes unrelated to the mutational hot spot. Cancer Res., 52: 6380-6384.

368. Noguchi Y., Chen Y.-T., Old L.J. (1994). A mouse mutant p53 product recognized by CD4+
and CD8+ T cells. Proc. Natl. Acad. Sci. U.S.A., 91: 3171-3175.



VII. Literature
_____________________________________________________________________

125

369. Fassanito M.A., Mayordoma J.I., De Leo R.M., Storkus W.J., Lotze M.T., De Leo A.B.
(1995). Identification of Meth A sarcoma derived class I major histocompatibility complex
associated peptides recognized by a specific CD8+ cytotoxic T lymphocyte. Cancer Res., 55:
124-128.

370. Nogushi Y., Richards E.C., Chen Y.-T., Old L.J. (1995). Influence of interleukin 12 on p53
peptide vaccination against established Meth A sarcoma.  Proc. Natl. Acad. Sci. U.S.A., 92:
2219-2223.

371. DeLeo A.B., Jay G., Appella E., Dubois G.C., Law L.W., Old L.J. (1979). Detection of a
transformation-related antigen in chemically induced sarcomas and other transformed cells of
the mouse. Proc. Natl. Acad. Sci. U.S.A., 76: 2420-2424.

372. Arai N., Nomura D., Yokota K., Wolf D., Brill E., Shohat O., Rotter V. (1986).
Immunologically distinct p53 molecules generated by alternative splicing.  Mol. Cell. Biol., 6:
3232-3239.

373. Falk K., Rötzschke O., Stevanovic S., Jung G., Rammensee H.-G. (1991). Allele specific
motifs revealed by sequencing of self-peptides eluted from MHC molecules. Nature, 351:
290-296.

374. Madden D.R., Gorgan J.C., Strominger J.L., Wiley D.C. (1991). The structure of HLA-
B27 reveals nonamer self-peptides bound in an extended conformation. Nature, 353: 321-325.

375. Rammensee H.-G., Falk K., Rötzschke O. (1993). Peptides naturally presented by MHC
class I molecules. Annu. Rev. Immunol., 11: 213-244.

376. Gately M.K., Warrier R.R., Honasoge S., Carvajal D.M., Faherty D.A., Connaughton
S.E., Anderson T.D., Sarmiento U., Hubbart B.R., Murphy M. (1994). Administration of
recombinant IL-12 to normal mice enhances cytolytic lymphocyte activity and induces
production of IFN-gamma in vivo. Int. Immunol., 152: 1253-1264.

377. Manetti R., Parronchi P., Giudizi M.G., Piccinni M.-P., Maggi E., Trinchieri G.,
Romagnani S. (1993). Natural killer cell stimulating factor (interleukin 12(IL-12)) induces T
helper type 1 (Th1)-specific immune responses and inhibits the development of IL-4-
producing Th cells. J. Exp. Med., 177: 1199-1204.

378. Karanikas V., Hwang L.-A., Pearson J., Ong C.-S., Apostolopous V., Vaughan H., Xing
P.-X., Jamieson G., Pietersz G., Tait B., Broadbent R., Thynne G. (1997). Antibody and T
cell responses of patients with adenocarcinoma immunized with Mannan-Muc-1 fusion
protein. J. Clin. Invest., 100: 2783-2792.

379. Fuller D.H., Haynes J.R. (1994). A qualitative progression in HIV type I glucoprotein 120-
specific cytotoxic cellular and humoral immune responses in mice receiving a DNA-based
glycoprotein 120 vaccine. AIDS Res. Hum. Retrovir., 10: 1433-1441.

380. Heinzel F.P. (1995). Th1 and Th2 cells in the cure and pathogenesis of infectious disease.
Curr. Opin. Infect. Dis., 8: 151-155.

381. North R.J., Bursuker I. (1984).  Generation and decay of the immune response to a
progressive fibrosarcoma. Ly-1+2- suppressor T cells down-regulate the generation of Ly-1-
2+ effector cells. J. Exp. Med., 159: 1295-1311.

382. Fernandez-Cruz E., Gilman S.C., Feldman J.D. (1982). Immunotherapy of a chemically
induced sarcoma in rat: characterization of the effector subset and nature of suppression. J.
Immunol., 128: 1112-1117.

383. North R.J. (1985). Down-regulation of antitumor immune response. Adv. Cancer Res., 45: 1-
43.

384. Shu S., Rosenberg S.A. (1985). Adoptive immunotherapy of newly induced murine
sarcomas. Cancer Res., 45: 1657-1662.



VII. Literature
_____________________________________________________________________

126

385. Greenberg P.D., Klarnet J.P., Kern D.E., Cheever M.A. (1988). Therapy of disseminated
tumors by adoptive transfer of specifically immune T cells. Prog. Exp. Tumor Res., 32: 104-
127.

386. Kast W.M., Offringa R., Voordouw A.C. (1989). Eradication of adenovirus E1-induced
tumors by E1A-specific cytotoxic T lymphocytes. Cell, 59: 603-614.

387. Yankauckas M.A., Morrow J.E., Parker S.E., Abai A., Rhodes G.H., Dwarki V.J.,
Gromkowski S.H. (1993). Long-term antinucleoprotein cellular and humoral immunity is
induced by intramuscular injection of plasmid DNA containing NP gene. DNA Cell Biol., 12:
771-776.

388. Justewicz D.M., Morin M.J., Robinson H.L., Webster R.G. (1995). Antibody forming cell
response to virus challenge in mice immunized with DNA encoding the influenza virus
hemagglutinin. J. Virol., 69: 7712-7717.

389. Deck R.R., DeWitt C.M., Donnelly J.J., Liu M.A., Ulmer J.B. (1997). Characterization of
humoral immune responses induced by an influenza hemagglutinin DNA vaccine. Vaccine,
15: 71-78.

390. Fuller D.H., Haynes J.R. (1994). A qualitative progression in HIV type 1 glycoprotein 120-
specific cytotoxic cellular and humoral immune responses in mice receiving a DNA-based
glycoprotein 120 vaccine. AIDS Res. Hum. Retrovir., 10: 1433-1441.

391. Raz E., Carson D.A., Parker S.E.M., Parr T.B., Abai A.M., Aichinger G., Gromkowski
S.H., Singh M., Lew D., Yankauckas M.A., Baird S., Rhodes G.H. (1994). Intradermal
gene immunization: the possible role of DNA uptake in the induction of cellular immunity to
viruses. Proc. Natl. Acad. Sci. U.S.A., 91: 9519-9523.

392. Schwartz R.H. (1985). T-lymphocyte recognition of antigen in association with gene
products of the major histocompatibility complex. Annu. Rev. Immunol., 3: 237-261.

393. Kim J.J., Bagarazzi M.L., Trivedi N., Hu Y., Kazahaya K., Wison D.M., Weiner D.B.
(1997). Engineering of in vivo immune responses to DNA immunization via codelivery of
costimulatory molecule genes. Nature Biotechnol., 15: 641-646.

394. June C., Bluestone J.A., Nadler L.M., Thompson C.B. (1994). The B7 and the CD28
receptor families. Immunol. Today, 15:321-333.

395. Lanier L.L., O'Fallon S., Somoza C., Philips J.H., Linsley P.S., Okumura K. (1995).
CD80 (B7) and CD86 (B70) provide similar costimulatory signals for T cell proliferation,
cytokine production, and generation of CTL. J. Immunol., 154: 97-105.

396. Yang Y., Su Q., Grewal I.S., Schilz R., Flavell R.A., Wilson J.M. (1996). Transient
subversion of CD40 ligand function diminishes immune responses to adenovirus vector in
mouse liver and lung tissues. J. Virol., 70: 6370-6377.

397. Kim J.J. (1997). In vivo engineering of a cellular immune response by coadministration of
IL-12 expression vector with a DNA immunogen. J. Immunol., 158: 816-826.

398. Xiang Z., Ertl H.C.J. (1995). Manipulation of the immune response to a plasmid-encoded
viral antigen by coinoculation with plasmids expressing cytokines. Immunity, 2:129-135.

399. Schirmbeck R., Bohm W., Ando K., Chisari F.V., Reiman J. (1995). Nucleic acid
vaccination primes hepatitis B virus surface antigen-specific cytotoxic T lymphocytes in non-
responder mice. J. Virol., 69: 5929-5934.

400. Messina J.P., Gilkeson G.S., Pisetzky D.S. (1991). Stimulation of in vitro murine
lymphocyte proliferation by bacterial DNA. J. Immunol., 147: 1759-1764.



VII. Literature
_____________________________________________________________________

127

401. Yamamoto S., Yamamoto T., Kataoka T., Kuramoto E., Yano O., Tokunaga T. (1992).
Unique palindromic sequences in synthetic oligonucleotides are required to induce TNF and
augment TNF-mediated natural killer activity. J. Immunol., 148: 4072-4076.

402. Krieg A.M., Yi A.-K., Waldschmidt T.J., Bishop G.A., Teasdale R., Koretzky G.A.,
Klinman D.M. (1995). CpG motifs in bacterial DNA trigger direct B-cell activation. Nature,
374: 546-549.

403. Rötzschke O., Falk K. (1990).  Naturally occurring peptide antigens derived from the MHC
class I restricted processing pathway. Immunol. Today, 12: 447-455.

404. Doherty P.C., Knowles B., Wettstein P.J. (1984). Immunological surveillance of tumors in
the context of major histocompatibility complex restriction of T cell function. Adv. Cancer
Res., 42: 1-54.

405. Hilders C.G.J.M., Houbiers J.G.A., Krul E.J.T., Fleuren G.J. (1994). The expression of
histocompatibility-related leukocyte antigens in the pathway to cervical carcinoma. Am. J.
Clin. Pathol., 101: 5-12.

406. Whalen R.G., Davis H.L. (1995). Short analytical review: DNA-mediated immunization and
the energetic immune response to Hepatitis B surface antigen. Clin. Immunol. Immunopathol.,
75: 1-12.

407. , in vivo studies showed that injected pDNA constructs remained extrachromosomal although
they remained in the tissue for weeks or even months and could be expressed for long periods
of time

408. Steinman R.M., Cohn C.A. (1973). Identification of a novel cell type in peripheral lymphoid
organs of mice. Morphology, quantification, tissue distribution. J. Exp. Med., 137: 1142.

409. Steinman R.M., Lustig D.S., Cohn Z.A. (1974). Identification of a novel cell type in
peripheral lymphoid organs of mice. Functional properties in vivo. J. Exp. Med., 139: 1431-
1442.

410. Steinman R.M., Witmer M.D. (1978). Lymphoid dendritic cells are potent stimulators of
primary mixed leukocyte reaction in mice. Proc. Natl. Acad. Sci. USA, 75: 5131-5144.

411. Inaba K., Witmer-Pack M.D., Steinman R.M. (1984). Clustering of dendritic cells, helper T
lymphocytes and histocompatible B cells, during primary antibody responses in vitro. J. Exp.
Med., 160: 858-863.

412. Steinman R.M. (1991). The dendritic cell system and its role in immunogenicity. Annu. Rev.
Immunol., 9: 271-296.

413. Hart D.N.J., Calder V.L. (1994). Human dendritic cells: Function and cytokine production.
Immunopharmacology of macrophages and other antigen-presenting cells, in Bruijnzeel-
Koomen CFAM, Hoefsmit ECM (eds.): Handbook of Immunopharmacology. London, UK,
Academic, p63.

414. Steinman R.M. (1991). The dendritic cell system and its role in immunogenicity. Annu. Rev.
Immunol., 9: 271-296.

415. Steinman R.M., (1991). The dendritic cell system and its role in immunogenicity. Annu. Rev.
Immunol., 9: 271-296.

416. Hart D., Fabre J., (1981). Demonstration and characterization of Ia positive dendritic cells in
the interstitial connective tissues of rat heart and other tissues, but not brain. J. Exp. Med.,
153: 347-361.

417. Schuler G., Steinman R.M. (1985). Murine epidermal Langerhans cells mature into potent
immunostimulatory dendritic cells in vitro. J. Exp. Med., 161: 526-546.



VII. Literature
_____________________________________________________________________

128

418. Austyn J.M., Hankins D.F., Larsen C.P., Morris P.J., Pao A.S., Roake J.A. (1994).
Isolation and characterization of dendritic cells from mouse heart and kidney. J. Immunol.,
152: 2401-2410.

419. Fossum S. (1989). The life history of dendritic leukocytes (DL). Curr. Top. Pathol., 79: 101-
124.

420. Peters J., Gieseler R., Thiele B., Steinbach F. (1996). Dendritic cells: from ontogenetic
orphans to myelomonocytic descendants. Immunol. Today, 17: 270-278.

421. Freudenthal P.S., Steinman R.M. (1990). The distinct surface of human blood dendritic
cells, as observed after an improved isolation method. Proc. Natl. Acad. Sci. USA., 87: 7698-
7702.

422. Cameron P.U., Lowe M.G., Sotzik F., Coughlan A.F., Crowe S.M., Shortman K. (1996).
The interaction of macrophage and non-macrophage tropic isolates of HIV-1 with thymic and
tonsilar dendritic cells in vitro. J. Exp. Med., 183: 1851-1856.

423. Caux C., Dezutter D.C., Schmitt D., Banchereau J. (1992). GM-CSF and TNF-alpha
cooperate in the generation of dendritic Langerhans cells. Nature, 360: 258-261.

424. Romani N., Gruner S., Brang D., Kampgen E., Lenz A., Trockenbacher B., Konwalinka
G., Fritsch P.O., Steinman R.M., Schuler G. (1994). Proliferating dendritic cell progenitors
in human blood. J. Exp. Med., 180: 83-93.

425. Luk and Springer (1993). Leukocyte typing V, Vol. 2: 1590-1592.

426. Metlay J.P., Witmer-Pack M.D., Agger R., Crowley M.T., Lawless D., Steinmann R.M.
(1990). The distinct leukocyte integrins of mouse spleen dendritic cells as identified with new
hamster monoclonal antibodies. J. Exp. Med., 171: 1753-1772.

427. Hulleatt J.W., Lefrancois L. (1995). Antigen-driven induction of CD11c on intestinal
intraepithelial lymphocytes and CD8+ T cells in vivo. J. Immunol., 154: 5684-5693.

428. Inaba K., Inaba M., Romani N., Hideki A., Deguchi M., Ikehara S., Maramatsu S.,
Steinman R.M. (1992). Generation of large numbers of dendritic cells from bone marrow
cultures supplemented with GM-CSF. J. Exp. Med., 176: 1693-1702.

429. Schleicher C., Mehlig M., Zecher R., Reske K. (1992). Dendritic cells from mouse bone
marrow: In vitro differentiation using low doses of recombinant GM-CSF. J. Immunol.
Methods, 154: 253-264.

430. Inaba K., Inaba M., Deguchi M., Hagi K., Yasumizu R., Ikehara S., Muramatsu S.,
Steinman R.M. (1993). Granulocytes, macrophages and dendritic cells arise from a common
MHC class II negative progenitor in mouse bone marrow. Proc. Natl. Acad. Sci. USA, 90:
3038-3042.

431. Majordomo J.I., Zorina T., Storkus W.J., Zitvogel L., Celluzi C., Falo L.D., Melief C.J.,
Ilstad S.T., Kast W.D., DeLeo A.B., Lotze M.T. (1995). Bone marrow derived dendritic
cells pulsed with synthetic tumor peptides elicit protective and therapeutic antitumour
immunity. Nature Med., 1: 1297-1302.

432. Celluzi C.M., Majordomo J.I., Storkus W.J., Lotze M.T., Falo L.D. (1996). Peptide pulsed
dendritic cells induce antigen-specific, CTL-mediated protective tumor immunity. J. Exp.
Med., 183: 283-287.

433. Hart D.N.J., McKenzie J.L. (1988). Isolation and characterization of tonsil dendritic cells. J.
Exp. Med., 169: 157-170.



VII. Literature
_____________________________________________________________________

129

434. King P.D., Katz D.R. (1989). Human tonsilar dendritic cell-induced T cell responses:
analysis of molecular mechanisms using monoclonal antibodies. Eur. J. Immunol., 19: 581-
587.

435. Hart D.N.J., McKenzie J.L. (1988). Isolation and characterization of human tonsil dendritic
cells. J. Exp. Med., 168: 157-170.

436. Pricket T.C.R., Hart D.N.J. (1990). Anti-leukocyte common (CD45) antibodies inhibit
dendritic cell stimulation of CD4 and CD8 T lymphocyte proliferation. Immunology, 69: 250-
256.

437. Pricket T.C.R., McKenzie J.L., Hart D.N.J. (1992). Adhesion molecules on tonsil dendritic
cells. Transplantation, 53: 483-490.

438. King P.D., Katz D.R. (1989). Human tonsilar dendritic cell-induced T cell responses:
analysis of molecular mechanisms using monoclonal antibodies. Eur. J. Immunol., 19: 581-
587.

439. Inaba K., Inaba M., Romani N., Hideki A., Deguchi M., Ikehara S., Muramatsu S.,
Steinman R.M. (1992). Dendritic cells from mouse bone marrow: In vitro differentiation
using low doses of recombinant granulocyte-macrophage colony-stimulating factor. J.
Immunol. Methods, 154: 253-261.

440. Bowers W.E., Berkowitz M.R. (1986). Differentiation of dendritic cells in cultures of rat
bone marrow cells. J. Exp. Med., 163: 872-883.

441. Schleicher A., Mehlig M., Zecher R., Reske K. (1992). Dendritic cells from mouse bone
marrow: in vitro differentiation using low doses of recombinant granulocyte-macrophage
colony-stimulating factor. J. Immunol. Methods, 154: 253-264.

442. Inaba K., Inaba M., Deguchi M., Hagi K., Yasumizu R., Ikehara S., Muramatsu S.,
Steinman R.M. (1993). Granulocytes, macrophages and dendritic cells arise from a common
MHC class II-negative progenitor in mouse bone marrow. Proc. Natl. Acad. Sci. U.S.A., 90:
3038-3042.

443. Inaba K., Inaba M., Romani N., Hideki A., Deguchi M., Ikehara S., Muramatsu S.,
Steinman R.M. (1992). Generation of large numbers of dendritic cells from mouse bone
marrow cultures supplemented with GM-CSF. J. Exp. Med., 176: 1693-1702.

444. Inaba K., Inaba M., Naito M., Steinman R.M. (1993). Dendritic cell progenitors
phagocytose particulates, including bacillus Calmette-Geurin organisms and sensitize mice to
Mycobacterium antigens in vivo. J. Exp. Med., 178: 479-488.

445. Steinman R.M. (1991). The dendritic cell system and its role in immunogenicity. Annu Rev.
Immunol., 9: 271-296.

446. Nair S.K., Boczkowski D., Morse M., Cumming R.I., Lyerly H.V., Gilboa E. (1998).
Induction of primary carcinoembryonic antigen-specific cytotoxic T lymphocytes in vitro
using human dendritic cells transfected with RNA. Nature Biotechnol., 16: 364-369.

447. Timares L., Takashima A., Johnsoton S.A. (1998). Quantitative analysis of the
immunopotency of genetically transfected dendritic cells. Proc. Natl. Acad. Sci. U.S.A.,  95:
13147-13152.

448. Philip R., Brunette E., Ashton J., Alters S., Gadea J., Sorich M., Yau J., O’Donoghue G.,
Lebkowski J., Okarma T., Philip M. (1998). Transgene expression in dendritic cells to
induce antigen-specific cytotoxic T cells in healthy donors. Cancer Gene Ther., 5: 236-246.

449. Robbins P.D., Ghivizzani S.C. (1998). Viral vectors for gene therapy. Pharmacol. Ther., 80:
35-47.



VII. Literature
_____________________________________________________________________

130

450. Rabinowitz J.E., Samulski J. (1998). Adeno-associated virus expression systems for gene
transfer. Curr. Opin. Biotechnol., 9: 470-475.

451. Horellou P., Bilang-Bleuel A., Mallet J. (1997). In vivo adenovirus-mediated gene transfer
for Parkinson’s disease. Neurobiol. Dis., 4: 280-287.

452. Stratford-Perricaudet L.D., Levrero M., Chasse J.F., Perricaudet M., Briand P.  (1990).
Evaluation of the transfer and expression in mice of an enzyme-encoding gene using a human
adenovirus vector.  Hum. Gene Ter., 1: 241-256.

453. Quantin B., Perriecaudet L.D., Tajbakhash S., Mandel J.L. (1992). Adenovirus as an
expression vector in muscle cells in vivo. Proc. Natl. Acad. Sci. U.S.A., 89: 2581-2584.

454. Jaffe H.A., Danel C., Longenecker G., Metzger M., Setoguchi Y., Rosenfeld M.A., Gant
T.W., Perricaudet M. (1992). Adenovirus-mediated in vivo gene transfer and expression in
normal rat liver. Nature Genetics, 1: 372-378.

455. Celluzi C.M., Kayordomo J.I., Storkus W.J., Lotze M.T., Falo L.D. (1996). Peptide pulsed
dendritic cells induce antigen specific CTL-mediated protective tumor immunity. J Exp. Med.,
183: 283-287.

456. Zitvogel L., Mayordomo J.I., Tjandrawan T., DeLeo A.B., Clarke M.R., Lotze M.T.,
Storkus W.J. (1996). Therapy of murine tumors with tumor peptide pulsed dendritic cells:
dependence on T cells, B7 costimulation, and T helper cell 1-associated cytokines. J. Exp.
Med., 183: 87-97.

457. Paglia P., Chiodoni C., Rodolfo M., Colombo M.P. (1996). Murine dendritic cells loaded in
vitro with soluble protein prime cytotoxic T lymphocytes against tumor antigen in vivo. J.
Exp. Med., 183: 317-322.

458. Cella M., Sallusto F., Lanzavecchia A. (1997). Origin, maturation and antigen presenting
function of dendritic cells. Curr. Opin. Immunol., 9: 10-16.

459. Borzkowski D., Nair S.K., Snyder D., Gilboa E. (1996). Dendritic cells pulsed with RNA
are potent antigen presenting cells in vitro and in vivo.  J. Exp. Med., 184: 465-472.

460. Nair S.K., Snyder D., Rouse B.T., Gilboa E. (1997). Regression of tumors in mice
vaccinated with professional antigen presenting cells pulsed with tumor extracts. Int. J.
Cancer, 70: 706-715.

461. Boczkowsi D., Nair S.K., Snyder D., Gilboa E. (1996). Dendritic cells pulsed with RNA are
potent antigen presenting cells in vitro and in vivo. J. Exp. Med., 184: 465-472.

462. Steinman R.M. (1981). The dendritic cells system and its role in immunogenicity. Ann. Rev.
Immunol., 9: 271-296.

463. Nair S., Zhou F., Reddy R., Huang L., Rouse B.T. (1992). Soluble proteins delivered to
dendritic cells via pH-sensitive liposomes induce primary cytotoxic T lymphocyte responses
in vitro. J. Exp. Med., 175: 609-612.

464. Nair S., Babu J.S., Dunham R.G., Kanda P., Burke R.L., Rouse B.T. (1993). Induction of
primary antiviral cytotoxic and proliferative responses with antigens administered via
dendritic cells. J. Virol., 67: 4062-4069.

465. Rouse R.J.D., Nair S.K., Lydy S.L., Bowen J.C., Rouse B.T. (1994). Induction in vitro of
primary cytotoxic T lymphocyte responses with DNA encoding herpes simplex virus proteins.
J. Virol., 68: 5685-5689.

466. Porgador A., Gilboa E. (1995). Bone marrow generated dendritic cells pulsed with class I-
restricted peptides are potent inducers of cytotoxic T lymphocytes. J. Exp. Med., 182: 255-
260.



VII. Literature
_____________________________________________________________________

131

467. Takahashi H., Nakagawa Y., Yokomuro K., Berzofski J.A. (1993). Induction of CD8+
cytotoxic T lymphocytes by immunization with syngeneic irradiated HIV-1 envelope derived
peptide-pulsed cells. Int. Immunol., 5: 849-857.

468. Zitvogel L., Mayordomo J.I., Tjandrawan T., DeLeo A.B., Clarke M.R., Lotze M.T.,
Storkus W.J. (1996). Therapy of murine tumors with tumor peptide pulsed dendritic cells:
dependence on T cells, B7 costimulation, and T-helper cell 1-associated cytokines. J. Exp.
Med., 183: 87-97.

469. Paglia P., Chiodoni C., Rodolfo M., Colombo M.P. (1996). Murine dendritic cells loaded in
vitro with soluble protein prime CTL against tumor antigen in vivo. J. Exp. Med., 183: 317-
322.

470. Laufer T.M., DeKoning J., Markowitz J.S., Lo D., Glimcher L.H. (1996). Unopposed
positive selection and autoreactivity in mice expressing class II MHC only on thymic cortex.
Nature, 383: 81-85.

471. Kurts C., Kosaka H., Carbone F.R., Miller J.F.A.P., Heath E.R. (1997). Class I restricted
cross-presentation of exogenous self-antigens leads to deletion of autoreactive CD8+ T cells.
J. Exp. Med., 186: 239-245.

472. Forster I., Lieberam I. (1996). Peripheral tolerance of CD4 T cells following local activation
in adolescent mice. Eur. J. Immunol., 26: 3194-3202.

473. Albert M.L., Sauter B., Bhardwaj N. (1998). Dendritic cells acquire antigen from apoptotic
cells and induce class I restricted CTLs. Nature, 392: 86-89.

474. Inaba K. (1997). High levels of major histocompatibility complex II self peptide complex on
dendritic cells from lymph node. J. Exp. Med., 186: 665-672.

475. Suss G., Shortman K.A. (1996). A subclass of dendritic cells kills CD4 T cells via Fas/Fas
ligand induced apoptosis. J. Exp. Med., 183: 1789-1796.

476. Valsveld L., Rankin E.M. (1994). Recombinant IL-2 in cancer: basic and clinical aspects.
Cancer Treat. Rev., 20: 275-311.

477. Pardoll D.M. (1993). New strategies for enhancing the immunogenicity of tumors. Curr.
Opin. Immunol., 5: 705-706.

478. Marland G., Bakker A.B., Adema G.J., Figdor C.G. (1996). Dendritic cells in immune
response induction. Stem Cells, 14: 501-503.

479. Specht J.M. (1997). Dendritic cells retrovirally transduced with a model tumor antigen are
therapeutically effective against established pulmonary metastases. J. Exp. Med., 186: 1213-
1221.

480. Song W. (1997). Dendritic cells genetically modified with an adenovirus vector encoding the
cDNA for a model tumor antigen induce protective and therapeutic antitumor immunity. J.
Exp. Med., 186: 1247-1256.

481. Schuler G., Steinman R.M. (1997).  Dendritic cells as adjuvants for immune-mediated
resistance to tumors. J. Exp. Med., 186: 1183-1187.

482. Ridge J.P., Fuchs E.J., Matzinger P. (1996). Neonatal tolerance revisited: turning on
newborn T cells with dendritic cells. Science, 271: 1723-1726.

483. Flamand V., Sornasse T., Tielemans K., Demanet C., Bakkus M., Bazin H., Tielemans F.,
Leo O., Urbain J., Moser M. (1994). Murine dendritic cells pulsed in vitro with tumor
antigen induce tumor resistance in vivo. Eur. J. Immunol., 24: 605-610.



VII. Literature
_____________________________________________________________________

132

484. Bockowski D., Nair S.K., Snyder D., Gilboa E. (1996). Dendritic cells pulsed with RNA are
potent antigen-presenting cells in vitro and in vivo. J. Exp. Med., 184: 465-472.

485. Davis B.M., Koc O.N., Lee K., Gerson S.L. (1996). Current progress in the gene therapy of
cancer. Curr. Opin. Oncol., 8: 499-508.

486. Dugan M., Oratz R., Speyer J., Roses D.F., Harris M.N., Golomb F., Bystrin J.C. (1987).
Relationship between immune responses to melanoma vaccine immunization and tumor
progression in man. Clin. Res., 35: 523a.

487. Barth R.J., Buck S.N., Mule J.J., Rosenberg S.A. (1990). Unique murine tumor associated
antigens identified by tumor infiltrating lymphocytes. J. Immunol., 144: 1531-1537.

488. Aebersold P., Hyatt C., Johnson S., Hines K., Korcak L., Sanders M., Lotze M., Topalian
S., Yang J., Rosenberg S.A. (1991). Lysis of autologous melanoma cells by tumor-
infiltrating lymphocytes: association with clinical response. J. Nat. Cancer Inst., 83: 932-937.

489. Rotzschke O., Falk K., Deres K., Schild H., Norda M., Metzger J., Jung G., Rammensee
H.G. (1990). Isolation and analysis of naturally processed viral peptides as recognized by
cytotoxic T cells. Nature, 348: 252-253.

490. Falk K., Rotzschke O., Stevanovic S., Jung G., Rammensee H.G. (1990). Allele specific
motifs revealed by sequencing of self-peptides eluted from MHC molecules. Nature, 351:
290-292.



VIII. Appendix
_____________________________________________________________________

133

Appendix                   

A
B
C
D
E
F
G
H
I
J
K
L
M
N
O

X1
X2
X3
X4
X5
X6
X7
X8
X9

X10
X11
X12
X13
X14
X15
X16
X17
X18
X19
X20

- -
+
++
+
+-
+
+
++
++
++
-
++
+
++
- -
- -
++
++
+-
- -
+
++
++
++
++
- -
+-
- -
- -
++
++
++
- -
- -
+

- -
- -
++
- -
+-
+
+-
- -
+-
- -
-
- -
- -
+-
- -
- -
- -
+-
+-
- -
+-
- -
- -
- -
++
- -
- -
- -
- -
- -
- -
+
- -
- -
- -

+ -
+
+
- -
+
+
-
- -
- -
+
+ -
- -
+ -
+ -
++
+ -
- -
- -
+ -
- -
+
+ -
- -
- -
- -
++
+
++
++
++
++
++
+ -
++
++

+-
+
+
- -
+
+
-
- -
- -
+
+-
- -
+-
+-
++
+-
++
+-
++
++
+
++
+-
++
++
- -
+-
++
- -
- -
- -
++
+-
- -
- -

+-
- -
+
+-
+
+
- -
+
++
- -
+-
- -
+-
+-
- -
- -
- -
- -
- -
- -
+
- -
- -
- -
- -
- -
- -
- -
- -
- -
- -
++
- -
- -
- -

FUSION HYBRID
CLONES

B7-1 B7-2 KD DD AD



VIII. Appendix
_____________________________________________________________________

134

FUSION HYBRID
CLONES

B7-1 B7-2 KD DD AD
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Fusions of DCs and Meth A tumor cells. Fusion hybrid clones were washed
with phosphate buffered saline and stained with FITC-labeled monoclonal antibodies
to mouse B7-1 (16-10A1), mouse B7-2 (GL 1), KD (SF1-1.1), DD (34-4-12),
and PE-labeled antibodies to mouse AD (AMS-32.1) for 30 min. on ice. Samples
were washed and analyzed by flow cytometry. Expression of antigens was evaluated
as high (++), good expression (+), low expression (+-), and no detectable
expression (--).
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