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Abstract: Immunotherapy becomes a promising line of treatment for breast cancer (BC) however, its success rate is still

limited.Methods: The study was designed to optimize the condition for producing an effective dendritic cell (DCs) based

immunotherapy by using DCs and T lymphocytes together with tumor-infiltrating lymphocytes (TILs) and tumor-

infiltrating DCs (TIDCs), treated with anti-PD1 and anti-CTLA4 monoclonal antibodies. This mixture of immune

cells was co-cultured with autologous breast cancer cells (BCCs) isolated from 26 BC females. Results: There was a

significant upregulation of CD86 and CD83 on DCs (p = 0.001 and 0.017, respectively), similarly upregulation of

CD8, CD4 and CD103 on T cells (p = 0.031, 0.027, and 0.011, respectively). While there was a significant

downregulation of FOXP3 and combined CD25.CD8 expression on regulatory T cells (p = 0.014 for both). Increased

CD8/Foxp3 ratio (p < 0.001) was also observed. CD133, CD34 and CD44 were downregulated on BCCs (p = 0.01,

0.021, and 0.015, respectively). There was a significant increase in interferon-γ (IFN-γ, p < 0.001), lactate

dehydrogenase (LDH, p = 0.02), and a significant decrease in vascular endothelial growth factor (VEGF, p < 0.001)

protein levels. Gene expression of FOXP3 and Programmed cell death ligand 1 (PDL-1) were downregulated in BCCs

(p < 0.001, for both), similarly cytotoxic T lymphocyte antigen-4 (CTLA4, p = 0.02), Programmed cell death 1 (PD-1,

p < 0.001) and FOXP3 (p < 0.001) were significantly downregulated in T cells. Conclusion: Ex-vivo activation of

immune cells (DCs, T cells, TIDCs, and TILs) with immune checkpoint inhibitors could produce a potent and

effective BC immunotherapy. However, these data should be validated on an experimental animal model to be

transferred to the clinical setting.

Introduction

Breast cancer (BC) is the most commonly diagnosed cancer
among females in both developed and developing countries.
It is the leading cause of cancer‑related death in women
worldwide [1]. Despite the advancement in the diagnosis
and treatment strategies for BC, the incidence of relapse and

metastasis is significantly increased in up to 30% of the
patients, especially in those with triple-negative BC.
Accordingly, this leads to poor prognosis and elevated
mortality rates [2,3].

Over the last few years, many trials were developed for
using dendritic cell-based immunotherapy for the treatment
of BC, as there is accumulating evidence suggesting the
crosstalk between the breast cancer cells and the immune
system [4]. Indeed, the ability of DCs to elicit an effective
antitumor immune response depends mainly on the
maturation state of the DCs. As they circulate in the blood
and have the ability to recognize, take up tumor antigen,
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and process it. Then they migrate to the draining lymph nodes
(LN), where they can activate naïve T cells through antigen
presentation, and consequently induce an anti-tumor
immune response [5,6]. It had been reported that tumor cells
can induce regulatory factors that inhibit DCs maturation
and activation as a way of evading immune surveillance.
These immature DCs (imDCs) can stimulate T-cell anergy
and induce regulatory T cells (Tregs) proliferation. This in
turn leads to hindering cytotoxic T cell (CTLs) activation and
contributes to tumor progression and spread [7,8]. On the
other hand, it was found that Tregs down-regulate B7-
molecules (CD80 and CD86) on ex vivo co-cultured DCs,
and this down-modulation could be inhibited by blocking
cytotoxic T lymphocyte antigen-4 (CTLA4) molecules [9].

CTLA4 is a potent immunosuppressive molecule that is
normally expressed on the surface of activated T cells and a
subset of Tregs [10]. During the early stage of carcinogenesis,
CTLA4 is constitutively over-expressed on the Tregs and
blocks the interaction between CD28 ligand on T
lymphocytes and the CD80/86 co-receptors on DCs. This
leads to inhibition of DCs activation, decreased production of
IL-12, and suppression of CD8+ CTLs proliferation [11,12].
Accordingly, inhibition of an effective antitumor immune
response and induction of tumor immune tolerance will be
developed [13].

The Tregs have been reported to be increased in the
peripheral blood and the tumor tissue of cancer patients.
They are characterized by the expression of the surface
markers CD25, CTLA4, CD103, CD45RO, GITR, and the
Foxp3 transcription factor [14]. They also secrete IL-10 and
TGF-β, which mediate immunosuppression and promotion
of tumor growth [15].

Programmed cell death 1 (PD-1), is a receptor expressed
on the surface of T, B, and NK cells, which belongs to the B7-
CD28 superfamily [16]. It binds to programmed cell death-
ligand 1 (PDL1), expressed by activated B cells, T cells,
dendritic cells, macrophages, fibroblasts, and tumor cells of
many types of solid cancers including breast cancer [17,18].
The binding of PD1 with its ligand PDL1 leads to inducing
T-cell apoptosis. Thus, Blockade of the PD-1/PDL1 pathway
with specific monoclonal antibodies is considered an
important therapeutic approach for activation of the anti-
tumor immune response [19].

It had been reported by many recently published studies
that breast cancer patients had dysfunctional DCs with
decreased MHC Class II and CD86 expression, as well as
decreased IL-12 secretion [20,21]. These patients also had a
significant decrease of lymphocytes and increased numbers
of functionally suppressive CD4+CD25+ Tregs in the
peripheral blood and tumor microenvironment, With a
subsequent increase of CTLA4 expression on both T cells
and breast cancer cells [21–23]. Hence, the aim of the
current study is to optimize the conditions for the
production of effective DCs-based immunotherapy for those
breast cancer patients who have T cell anergy. This will be
achieved through ex-vivo activation of DCs and T cells co-
cultured with autologous breast cancer cells (BCCs) in the
presence of anti-PD1 and anti-CTLA4 monoclonal
antibodies. The cell mixture was assessed for activation by
comparing different markers before and after interaction

with tumor cells including CD86, CD83, and IL12 for
assessing the activation of DCs. The levels of CD4, CD8,
CD25, CD103, FOXP3, PD1, CTLA4, and IFN-γ for assessing
activation of lymphocytes. CD133, CD44, CD34, FOXP3,
PDL1, LDH, and VEGF for assessing tumor cell inhibition.
We thought this will help for producing a potential active
DCs-based immunotherapy that can efficiently eradicate
tumor cells, especially in late-stage BC patients.

Methods

This is a prospective cohort study that included 26 female
breast cancer cases who were presented and diagnosed at
National Cancer Institute (NCI), Cairo University, during
the period from December 2019 to October 2020. All the
assessed patients were diagnosed with invasive ductal
carcinoma, with the majority of them being stage II; 17/26
(65.4%), six patients (23.1%) were stage III, and only three
patients (11.5%) were stage IV. Fifteen patients (57.7%) had
Luminal B subtype, and 11 (42.3%) had Luminal A subtype.
The assessed BC patients had a median age of 52 with a
range from 32 to 76 years old, and they had a mean age of
56 ± 13.9 years old. Patients with positive ER represented
76.9% (20/26), positive PR represented 84.6% (22/26), and
those with positive HER2 represented 50% (13/26). Ten
patients (38.4) had axillary lymphadenopathy, and 3
patients (11.5%) had distant metastasis.

Samples
Tumor tissue samples were obtained from each patient during
surgery, or through true-cut biopsy in the radio-diagnosis
department (NCI). In addition, Peripheral blood (PB) samples
(5 ml) were also drawn from each patient in heparinized tubes
for isolation of peripheral blood mononuclear cells (PMNCs).

Preparation of BCCs, TIDCs, and TILs
Tumor tissues were cut into 1 × 1 mm pieces and separated into
two equal portions: the first portion for the preparation of
autologous BCCs, and the second portion for the generation
of tumor-infiltrating lymphocytes and DCs (TILs and
TIDCs). The autologous BCCs were isolated from the biopsy
sample using Collagenase IV according to the manufacturer’s
instructions (Gibco-Life Technology, Cat. no. 17104-019).
The cells were washed and seeded in DMEM/F12 (GIBCO,
life Technology, 41965-039) culture media containing
10% heat-inactivated Fetal bovine serum (FBS), 100 IU
penicillin/streptomycin (GIBCO, life Technology), 0.1 mM
sodium pyruvate (Lonza, Switzerland), 20 ng/ml insulin-like
growth factor (Recombinant Human IGF-1, Gibco-Life
Technology, PHG0071), and 20 ng/ml epidermal growth
factor (EGF, Gibco-Life Technology, PHG0311). Media was
changed every other day till 100% confluence (Figs. 1A, 1B).

The other portion of tumor tissue was digested using
collagenase IV (Gibco-Life Technology, 17104-019), DNAse I
(Thermo Scientific, EN0525), and Hyaluronidase (SIGMA,
H3506-100 MG). The cells were washed with phosphate
buffer saline (PBS) and cultured in RPMI-1640 medium
(Gibco-Life Technology, 52400-025) supplemented with 10%
FBS, penicillin (100 U/ml), and streptomycin (100 μg/ml, all
from Gibco-Life Technology), in a humidified incubator at
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37°C with 5% CO2. The cultured cells were enriched
with recombinant human granulocyte monocyte-colony-
stimulating factor (GM-CSF; 50 ng/ml, Gibco-Life
Technology, Cat. no. PHC2013), interleukin 4 (IL4; 10 ng/ml,
Bio Basic Inc-Cat. no. RC212-15), IL12 (20 ng/ml, Bio Basic
Inc-Cat. no. RC212-23) and IL2 (4000 IU/ml, Bio Basic Inc-
Cat. no. RC212-13), for differentiation and maturation of the
TIDCs and TILs [24]. The cells were maintained for 7 days
with changing media every other day till mixing with
peripheral blood DCs and T cells for further 2 days.

Preparation of Peripheral Blood Mononuclear Cells (PMNCs)
The PMNCs were isolated from the PB of the patients by
Ficoll-Hypaque density gradient centrifugation (Biowest
LLC, cat. no. L0560-100, Riverside, MO, USA). Centrifuging
was performed at 60–100 xg, for 30–40 min at 18–20°C.
The Interphase cells (buffy coat) were drawn and washed
twice in PBS without Ca2+ and Mg2+ (Biowest LLC,
Riverside, MO, USA). Then, the isolated cells were cultured
in RPMI-1640 medium supplemented with 10% FBS,
penicillin (100 U/ml), and streptomycin (100 μg/ml), in a

FIGURE 1. (A) and (B) Outgrowth of tumor tissue explant, with a magnification power for figure A is 10X, and 40X for figure B.
(C) Expression levels (mean ± SEM, n = 3) of CD133, CD34 and CD44 in breast cancer cells before and after interaction with the
dendritic cell-based immunotherapy. Single histogram showing significant decrease in the expression levels of CD34 (D, E), CD44 (F, G)
and CD133 (H, I) after interaction with the dendritic cell-based vaccine.
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humidified incubator at 37°C with 5% CO2. The cultured cells
were enriched with 50 ng/ml GM-CSF, 10 ng/ml IL4, 20 ng/ml
IL12, and 4000 IU/ml IL2, for differentiation and maturation
of the peripheral blood DCs and T cells [25]. The cells were
maintained for 7 days with changing media every other day,
till mixing with TIDCs and TILs for further 2 days.

Co-Culture of immune cells (DCs, T cells, TIDCs, and TILs)
with BCCs
Themixture of the immune cells was incubated with the BCCs at a
ratio of 1:1 in complete culture media RPMI for 24 h. Checkpoint
inhibitors including anti-PD1-mAb (5 ng/ml, CD279, eBioscience,
cat. no. 16-9985-81), and anti-CTLA4-mAb (5 ng/ml, CD152,
Invitrogen, cat. no. 16-1521-81) were added to the mixture for
activation of effector immune cells. After that, cells were
harvested for immune-phenotyping and molecular assessment,
while the media were assessed for cytokine measurement.

Flow cytometry analysis
The BCCs were assessed for the cell-surface markers CD133,
CD34, and CD44 using labeled monoclonal antibodies (PE,
FITC, and PerCP-Cy5; respectively, Invitrogen, eBioscience,
US) according to the manufacturer’s instructions. Immuno-
phenotyping analysis of the tumor cells was performed before
and after interacting with the immune cells. Also, Immuno-
phenotyping analysis was performed for the immune cells
before and after interaction with the BCCs using labeled
monoclonal antibodies for the assessment of CD86 (PE,
eBioscience, cat. no. 12-0869-42) and CD83 (FITC, EXBIO,
cat. no. 1F-677-T100) on DCs, CD8 (PE, BD Biosciences, BD
Pharmigen, cat. no. 555367), CD4 (FITC, Immuno Tools,
cat. no. 21270043), CD25 (APC, Invitrogen, eBioscience,
cat. no. 17-0259-42), FOX-P3 (PE, R&D systems, cat. no.
C8214P) and CD103 (APC, Invitrogen, eBioscience, cat. no.
17-1037-42) on lymphocytes, according to the manufactures’
instructions. Isotype control was used to avoid background
caused by non-specific binding. Cells were incubated with the
specific isotype before analysis, to set the gating regions and
distinguish between negative and positive areas. All samples
were acquired on multicolour Beckman coulter, Navios flow
cytometry (Clare, Ireland, SN: AV47168) using Navios
software with a standard 6-colour filter conjugation.

Molecular assessment using quantitative real‑time PCR (qRt-
PCR)
Total RNA was extracted from the isolated immune cells and
BCCs using RNeasy extraction blood Mini kit (QIAGEN, cat.
no. 74104), and transcribed to cDNA using High-Capacity
cDNA Reverse Transcription Kit (Applied Biosystems, cat. no.
4368814) as recommended by the manufacturer’s instructions.
The purity and the concentration of the extracted RNA were
detected using a spectrophotometer nano-drop (Quawell, Q-
500, Scribner, USA). The qRt-PCR was performed using the
Quanitech SYBR Green PCR kit (QIAGEN, 204143, CA,
USA) in a 25-μl total volume. The mRNA expression was
quantified for assessing FOXP3 (Bio Basic Inc.) and PDL1
(Invitrogen) in BCCs, together with FOXP3, PD1, and
CTLA4 in the immune cells (all from Invitrogen), primers’
sequences were shown in Table 1. The fluorescence was
acquired and detected by (ABI) 7500 fast Real-time PCR

system (Applied Biosystems; Thermo Fisher Scientific, Inc.,

USA). Data were normalized to the housekeeping gene (β-

actin) using the comparative Ct method (2−ΔΔCt) [26].

Protein levels measurement
The harvested media of the cultured cells were assessed before
and after the interaction, for measurement of Vascular
endothelial growth factor (VEGF), lactate dehydrogenase
(LDH), and interferon-gamma (IFN-γ) levels using the
ELISA technique. The samples were done in duplicate
according to manufacturers’ instructions (Human VEGF-
KOMA BIOTECH-cat. no. k0331132, Human IFN-
Gamma-KOMA BIOTECH-cat. no. k0331121, and cloud
Clone Corp, cat. no. SEB864 Hu for LDH assessment).

Statistical analysis
Data were analyzed using the Statistical Package of Social
Science Software program, SPSS (version 25, Chicago, IL,
USA). the data were presented as the mean and standard
error of the mean (SEM) for quantitative variables, while as
a frequency & percentage for qualitative variables. One-way
ANOVA and Paired T-test were used for comparison
between variables before and after activation. p < 0.05 is
considered statistically significant. The relative % change
was calculated as follows:

Relative % change = [(after activation – before
activation)/before activation] � 100.

Results

Inhibition of BCCs by the activated immune cell mixture
The BCCs were examined for the expression of CD133, CD34,
and CD44 before and after co-culture with the immune cells
which were activated with checkpoint inhibitors (Fig. 1C).
There was a significant decrease in the expression level of
CD133 by −16.9% [32.6 ± 2.9 and 27.1 ± 2.6; before and
after co-culture, respectively, p = 0.01]. CD34 was
significantly decreased by −23.6% [39.4 ± 3.3 and 30.1 ± 2.4;
before and after co-culture, respectively, p = 0.021]. Also,
CD44 was significantly decreased by −22.2% [59.8 ± 3.7
and 46.5 ± 3.6; before and after co-culture, respectively,
p = 0.015, Figs. 1D–1I]. In addition, the combined

TABLE 1

The primer sequences of the tested genes

Gene name Primer sequence

FOXP3 F: CAGCACATTCCCAGAGTTCCTC
R: GCGTGTGAACCAGTGGTAGATC

PD1 F: CCAGGATGGTTCTTAGACTCCC
R: TTTAGCACGAAGCTCTCCGAT

PDL1 F: TGGCATTTGCTGAACGCATTT
R: TGCAGCCAGGTCTAATTGTTT

CTLA4 F: GCCCTGGCACTCTCCTGTTTTT
R: GGTTGCCGCACAGACTTCA

B-actin F: AAAGGGTGGTAACGCAACTA
R: GGACCTGACTGACTACCTC
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expression of CD44.CD34 was decreased by −10.9% [the
expression was 43.1 ± 3.9 before co-culture, compared to
38.4 ± 3.2 after co-culture, p = 0.206]. Also, the combined
expression of CD133.CD34 was decreased by −7.6% [the
expression was 43.4 ± 4.7 before co-culture compared to
40.1 ± 4.8 after co-culture, p = 0.368], however, they did not
reach a significant level (Fig. 2).

Activation of the Dendritic Cells (DCs) after priming with BCCs
There was a significant increase in the expression level of
CD83 by 19.2% [35.5 ± 4.6 compared to 42.3 ± 3.9 before
and after priming; respectively, p = 0.017]. Also, a
significant increase in the expression level of CD86 by
29.8% [47.6 ± 4.9 compared to 61.8 ± 6 before and after
priming, respectively, p = 0.001] was found. While
combined expression of CD83. CD86 was 30.1 ± 4.5 before
priming, and it was 36 ± 4.26 after priming, with a 19.6%
increased percent (p = 0.059, Fig. 3).

Activation of the T cells after interaction with DCs and BCCs
There was a significant activation of T cells after incubation
with activated DCs and BCCs denoted by increased
expression of CD8 on CTL by 18.5% [22.2 ± 1.7 and
26.3 ± 2 before and after interaction, respectively,
p = 0.031], increased expression of CD4 on Th by 5.8%
[49.6 ± 4.6 and 52.5 ± 4.4 before and after interaction,
respectively, p = 0.027], and increased expression of CD103
on memory T cells by 18.5% [20.5 ± 2.1 and 24.3 ± 2.1

before and after interaction, respectively, p = 0.011]. While
there was a significant decrease in the expression levels of
CD25.CD8 by −19.6% [5.6 ± 0.9 and 4.5 ± 0.7 before and
after interaction, respectively, p = 0.014], and there was a
significant decrease in the expression level of FOXP3 by
−25.1% [17.5 ± 2.8 and 13.1 ± 2.1 before and after
interaction, respectively, p = 0.014]. Moreover, this was
supported by the significant increase of the CD8/FOXP3
ratio before (2.6 ± 0.4) and after interaction (4.5 ± 0.8) by
73.1% (p < 0.001). The CD25 expression was decreased by
−14.8% [15.5 ± 1.1 and 13.2 ± 1 before and after
interaction, respectively, p = 0.113]. Also, FOXP3.CD103
expression was decreased by −34.5% [11.3 ± 2.4 and
8.4 ± 1.7 before and after interaction, respectively, p = 0.306],
while there was no significant change detected in the
combined expression of CD4.CD25 before (9.6 ± 1.3) and
after (9.6 ± 1.2) interaction, p = 0.979 (Figs. 4, 5).

Assessment of CTLA4, PD1, and FOXP3 Molecular Markers
The mRNA transcript of FOXP3 and PDL1 genes were
significantly downregulated in the isolated BCCs after
exposure to the immune cell mixture that was activated with
checkpoint inhibitors (Fig. 6A). The FOXP3 was
downregulated by −75.5% [0.98 ± 0.09 compared to 0.24 ±
0.04 before and after interaction; respectively, p < 0.001].
Also, PDL1 was significantly downregulated by −55.3%
[0.76 ± 0.12 compared to 0.34 ± 0.06 before and after
interaction, respectively, p < 0.001].

FIGURE 2. (A, B) Double histogram of breast cancer cells co-expressing both CD34 & CD44 before and after interaction with the dendritic
cell-based immunotherapy. (C, D) Double histogram of breast cancer cells co-expressing both CD133 & CD44 before and after interaction with
the dendritic cell-based immunotherapy.
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To confirm the activation of T cells with the checkpoint
inhibitors, we assessed the expression levels of CTLA4, PD1,
and FOXP3 mRNA (Figs. 6B, 6C). There was a significant
downregulation of CTLA4 by −10.8% [0.72 ± 0.15 and 0.65 ±
0.11 before and after interaction; respectively, p = 0.035], and
downregulation of PD1 by −75% [0.08 ± 0.01 and 0.02 ±
0.003 before and after interaction, respectively, p < 0.001]. In
addition, there was a significant downregulation of FOXP3
gene expression by −66% [1.06 ± 0.09 and 0.36 ± 0.05 before
and after interaction, respectively, p < 0.001].

Assessment of VEGF, LDH, and IFN-γ protein levels in the
culture media
The expression level of IFN-γ protein was significantly
upregulated (by 58.5%) in the culture media before (27.2 ±
0.84) and after (43.1 ± 3.6) interaction of the BCCs and
the immune cells activated with checkpoint inhibitors
(p < 0.001). Moreover, LDH protein level was significantly
upregulated by 28.2% [30.5 ± 2.4 and 39.1 ± 3.1, before and
after interaction, respectively, p = 0.02], which denotes
increased cytotoxicity of the activated CTL. On the other

FIGURE 3. (A) Expression levels
(mean ± SEM, n = 3) of dendritic cell
markers CD83 and CD86 before and
after interaction with tumor cells.
Single histogram showing significant
increase in the expression levels of
CD83 (B, D) and CD86 (C, E) after
interaction with autologous tumor cells.
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hand, the VEGF protein level was significantly downregulated
by −49.5% [317.1 ± 35.1 and 160.2 ± 12, before and after
interaction, respectively, p < 0.001, Figs. 6D–6H].

Discussion

In the last few years, immunotherapy emerged as a promising
therapeutic approach for different tumors, especially in those
having a specific tumor-associated antigen including breast
cancer. However, some breast cancer patients did not
respond to cellular or other immunotherapy including
monoclonal antibodies, checkpoint inhibitors, or oncolytic
virus therapy, and consequently, still there is an increased
incidence of relapse and mortality [27].

In the present study, we tried to optimize the conditions
for producing an active immune response against BCCs, this

was achieved through priming of the DCs with autologous
BCCs. At the same time, T cells were treated with anti-
CTLA4 and anti-PD1 antibodies for blocking the inhibitory
signals produced by BCCs to evade immune surveillance.

In order to evaluate the efficacy of this immunotherapy,
we performed many investigations to ensure its effectiveness
against the BCCs. These measures included: (1) Assessment
of DCs activation through the significant increase of the
surface markers expression (CD86 and CD83), which leads
to the production of higher levels of the Th1 effector
cytokine IL12. (2) Assessment of the cytotoxic response
against the tumor cells through the significant decrease of
FOXP3, CD25, CD4 regulatory T cells, in addition to the
significant increase in the expression of CD8 (CTL), CD4
(Th), and CD103 memory cells, which mediated killing of the
BCCs through increased production of IFN-γ and LDH. On

FIGURE 4. (A) Expression levels (mean ± SEM) of CD4, CD25 and CD4.25 in T cells before and after interaction with autologous tumor cells.
(B) Expression levels (mean ± SEM) of CD8, CD8.25 and CD8.FOXP3 in T cells before and after interaction with autologous tumor cells.
Double histogram showing decrease of T lymphocytes co-expressing both CD4 & CD25 (C, D), CD8 & CD25 (E, F) and CD8, FOXP3
(G, H) after interaction with autologous tumor cells.
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the other hand, tumor cells were evaluated for the expression of
the surface markers CD133, CD44, and CD34. Our results
showed a significant decrease in all these markers on tumor
cells, in addition to the metastatic marker VEGF, which
ensures effective tumor cell inhibition. Furthermore, there
was a downregulation of gene expressions encoding FOXP3,
CTLA4, PD1, and PDL1 in the cell mixture.

There are many trials performed to develop an efficient
active DCs-based immunotherapy for breast cancer patients,
however, their clinical benefit is still not promising. The

main obstacles facing these trials are difficulties in
producing broad and robust immune responses, as well as
overcoming immune escape mechanisms [4,27]. Thus, in
the present study, we tried to overcome these major
obstacles by mixing the peripheral blood immature DCs,
and naïve T cells together with TIDCs, and TILs during
interaction with BCCs. This will allow for better recognition
and identification of the heterogeneous and broad types of
breast tumor antigens, and consequently better effective
immune response. As a matter of fact, an efficient

FIGURE 5. (A) Expression levels
(mean ± SEM) of FOXP3, CD103 and
CD103.FOXP3 in T cells before and
after interaction with autologous
tumor cells. Single histogram showing
significant decrease in the expression
levels of FOXP3 (B, C) and CD103
(D, E) before and after interaction
with autologous tumor cells.
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DCs-based immunotherapy depends greatly upon the ability
of the DCs to be loaded with the proper tumor antigens and
thereby confer long-lasting immunity [28]. This was
achieved in the present study by the significant increase of
CTL (CD8) by 18.5%, and the tissue-resident memory T
cells (CD103) by 18.5%. These results are in agreement with
many published studies reported the importance of CD103
TILS as a good prognostic factor for better relapse-free
survival and overall survival in breast cancer patients [29–31].

Another method to potentiate this DCs-based
immunotherapy is the treatment of the T cells with anti-
CTLA4 and anti-PD1 antibodies during interaction with the
autologous BCCs. CTLA4 was reported to inhibit the
immune response at the initial stage of T-cells activation,
while PD-1 downregulates ongoing immunological effects at
sites of reaction, either in the tumor tissue or in the
peripheral blood [32]. These results are supported by that of
Chen et al. [4], who concluded that CTLA4 blockade in
BCCs could recover the antigen-presenting function of DCs,

cytokine production, and T cell activation. Also, it suppressed
the biological activity and induced apoptosis of BCCs in vitro.
Similarly, Liu et al. [33], who investigated the utility of
MUC1-based mRNA vaccine, they proposed that the
combination of mRNA vaccine with anti-CTLA4 mAb can
induce T cell immune response significantly greater than
treatment with either the mRNA vaccine or the anti-CTLA4
mAb alone. Moreover, Özverel et al. [34], reported that Mice
treated with HER2/neu-loaded DCs vaccine combined with
QS-21 and anti-PD-L1 mAb had significantly decreased
tumor sizes, compared to mice treated with vaccine alone. In
agreement with these data, Bastaki et al. [35] and Crosby
et al. [36], demonstrated that combining anti-PD-1/PD-L1
therapy with immune-stimulating vaccines can be considered
an effective therapeutic regimen in breast cancer.

In line with these studies, the present data showed
significant downregulation of FOXP3, CTLA4, PD1, and
PDL1 after the mixture of the immune cells and BCCs. As a
result, this leads to inhibition of CTLA4 and PD-1 pathways,

FIGURE 6. (A) Expression levels of FOXP3 and PDL1 genes in breast cancer cells before and after interaction with the dendritic cell-based
vaccine, (B) expression levels of FOXP3, CTLA4 and (C) PD1 genes in immune cells before and after interaction with the breast cancer cells.
(D) breast cancer cells loaded with immune cell mixture (magnification power is 20X), (E) interaction between tumor cells and immune cells
after 24 h showing decreased number of tumor cells (magnification power is 20X). Expression levels of (F) LDH, (G) VEGF and (H) IFN-γ
proteins in the media before and after interaction of breast cancer cells with the dendritic cell-based immunotherapy
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which were considered the most important immunoregulatory
pathways that configure immune responses in a variety of
immunological disorders including cancers and autoimmune
diseases. CTLA-4 and PD-1 signaling pathways can inhibit T-
cell proliferation, survival, and activation, in addition to the
suppression of IFN-γ, IL-2, and tumor necrosis factor-α
production [37]. Moreover, CTLA4 interacts with PKCη
through CTLA4/PKCη/GIT/PAK/PIX signaling pathway in
Tregs, which leads to depletion of the costimulatory molecule
CD86 on intratumoral CD103+ DCs, inactivation of CD8+ T
cells, and inhibition of effector cytokines production by these
cells [38]. Furthermore, FOXP3 suppression can inhibit tumor
invasion and metastasis via downregulating the angiogenic
factor VEGF, the epithelial-mesenchymal transition (EMT),
and the Notch1/Hes1 pathway [39]. Additionally, FOXP3 was
reported to promote cell proliferation, invasion and EMT
through activation of the Wnt signaling pathway, and
consequently upregulation of β-catenin and transcription
factor 4 (TCF4) [40].

Furthermore, the efficacy of our developed immunotherapy
to elicit an effective CTL response and suppress Treg was
evaluated through the significant increase of the CD8/FOXP3
ratio by 73.1%. These data are supported by many recently
published studies demonstrated that increased CD8+/FOXP3+
ratio in breast cancer patients could be used as a good
prognostic marker following neoadjuvant chemotherapy, as
well as for prolonged relapse-free survival and overall survival
rates compared to those with decreased CD8+/FOXP3+
ratio [41,42].

On the other hand, our developed immunotherapy was
also evaluated through its influence on changing the
behavior and characteristics of the cancer cells themselves.
Our data revealed a significant decrease of CD44 by 22.2%,
CD34 by −23.6% and CD133 by −16.9% on BCCs. CD44
was proved to be a marker of BC progression and stem-cell
properties [43], and CD34 can promote tumor vascular
endothelial cell proliferation, tumor invasion, and metastasis
[44]. It was concluded by Zhao et al. [45], that CD34
expression together with ER, and p53 have significant roles
in the incidence and development of breast cancer.
Similarly, CD133 is defined as a cancer stem cell marker, it
had been reported in a review done by Brugnoli et al. [46],
that it can be considered a poor prognostic factor and
indicator of malignant progression in breast cancer patients.

Conclusion

The current study provided evidence that DCs based
immunotherapy could be a potent and effective therapy if
we used a mixture of peripheral blood DCs and T cells
together with TIDCs and TILs. In addition, treating this
mixture of immune cells with the immune checkpoint
inhibitors (anti-CTLA4 and anti-PD1), which allow for
downregulation of Tregs, proper activation of CTL, Th, and
memory T cells, with subsequent suppression of tumor cells
through downregulation of CD133, CD34, and CD44.
However, these results are preliminary and should be
validated in further studies using a larger number of
samples with different types and stages of breast cancer.
Also, the quality and purity of the cells should be validated

rigorously for assessment in an experimental animal model,
to be transferred for clinical trials.

Author Contribution: The authors confirm contribution to
the paper as follows: study conception and design: MEE,
MSA; data collection: MA, AME, IMK, MK, MHH; analysis
and interpretation of results: MSA, MMK, EMR; draft
manuscript preparation: MSA. All authors reviewed the
results and approved the final version of the manuscript.

Ethical Approval: The study protocol was approved by the
ethical committee of the NCI [No. IRB00004025], which
was in accordance with 2011 declaration of Helsinki. A
signed informed consent was obtained from each patient
before enrolment in the study.

Availability of Data and Materials: All required data and
materials are available upon request, except for the personal
data of the patients.

Acknowledgement: To all patients and healthy volunteers
who participated in the study.

Funding Statement: The manuscript was funded by Science
and Technology Development Fund (STDF), Egypt, Grant
No. 22925.

Conflicts of Interest: The authors declare that they have no
conflicts of interest to report regarding the present study.

References

1. Bray, F., Ferlay, J., Soerjomataram, I., Siegel, R. L., Torre, L. A.
et al. (2018). Global cancer statistics 2018: GLOBOCAN
estimates of incidence and mortality worldwide for 36 cancers
in 185 countries. CA: A Cancer Journal for Clinicians, 68(6),
394–424. DOI 10.3322/caac.21492.

2. Huang, Y., Ma, C., Zhang, Q., Ye, J., Wang, F. et al. (2015). CD4+
and CD8+ T cells have opposing roles in breast cancer
progression and outcome. Oncotarget, 6(19), 17462–17478.
DOI 10.18632/oncotarget.3958.

3. Metzger-Filho, O., Sun, Z., Viale, G., Price, K. N., Crivellari, D.
et al. (2013). Patterns of recurrence and outcome according to
breast cancer subtypes in lymph node-negative disease: Results
from international breast cancer study group trials VIII and
IX. Journal of Clinical Oncology, 31(25), 3083–3090. DOI
10.1200/JCO.2012.46.1574.

4. Chen, X., Shao, Q., Hao, S., Zhao, Z., Wang, Y. et al. (2017).
CTLA-4 positive breast cancer cells suppress dendritic cells
maturation and function. Oncotarget, 8(8), 13703–13715. DOI
10.18632/oncotarget.14626.

5. Gabrilovich, D. I., Ostrand-Rosenberg, S., Bronte, V. (2012).
Coordinated regulation of myeloid cells by tumours. Nature
Reviews Immunology, 12(4), 253–268. DOI 10.1038/nri3175.

6. Gabrilovich, D. (2004). Mechanisms and functional significance
of tumour-induced dendritic-cell defects. Nature Reviews
Immunology, 4(12), 941–952. DOI 10.1038/nri1498.

7. Janikashvili, N., Bonnotte, B., Katsanis, E., Larmonier, N. (2011).
The dendritic cell regulatory T lymphocyte crosstalk contributes
to tumor-induced tolerance. Clinical & Developmental
Immunology, 2011(2), 430394. DOI 10.1155/2011/430394.

8. Bharadwaj, U., Li, M., Zhang, R., Chen, C., Yao, Q. (2007).
Elevated interleukin-6 and G-CSF in human pancreatic cancer

328 MOTAWA E. EL-HOUSEINI et al.

http://dx.doi.org/10.3322/caac.21492
http://dx.doi.org/10.18632/oncotarget.3958
http://dx.doi.org/10.1200/JCO.2012.46.1574
http://dx.doi.org/10.18632/oncotarget.14626
http://dx.doi.org/10.1038/nri3175
http://dx.doi.org/10.1038/nri1498
http://dx.doi.org/10.1155/2011/430394


cell conditioned medium suppress dendritic cell differentiation
and activation. Cancer Research, 67(11), 5479–5488. DOI
10.1158/0008-5472.CAN-06-3963.

9. Oderup, C., Cederbom, L., Makowska, A., Cilio, C. M., Ivars, F.
(2006). Cytotoxic T lymphocyte antigen-4-dependent down-
modulation of costimulatory molecules on dendritic cells
in CD4+ CD25+ regulatory T-cell-mediated suppression.
Immunology, 118(2), 240–249. DOI 10.1111/j.1365-2567.
2006.02362.x.

10. Holmgaard, R. B., Zamarin, D., Munn, D. H., Wolchok, J. D.,
Allison, J. P. (2013). Indoleamine 2,3-dioxygenase is a critical
resistance mechanism in antitumor T cell immunotherapy
targeting CTLA-4. The Journal of Experimental Medicine,
210(7), 1389–1402. DOI 10.1084/jem.20130066.

11. Yan, Q., Chen, P., Lu, A., Zhao, P., Gu, A. (2013). Association
between CTLA-4 60G/A and -1661A/G polymorphisms and
the risk of cancers: A meta-analysis. PLoS One, 8(12), e83710.
DOI 10.1371/journal.pone.0083710.

12. Verma, C., Eremin, J. M., Robins, A., Bennett, A. J., Cowley, G. P.
et al. (2013). Abnormal T regulatory cells (Tregs: FOXP3+,
CTLA-4+), myeloid-derived suppressor cells (MDSCs:
monocytic, granulocytic) and polarised T helper cell profiles
(Th1, Th2, Th17) in women with large and locally advanced
breast cancers undergoing neoadjuvant chemotherapy (NAC)
and surgery: Failure of abolition of abnormal treg profile with
treatment and correlation of treg levels with pathological
response to NAC. Journal of Translational Medicine, 11, 16.
DOI 10.1186/1479-5876-11-16.

13. Bolton, H. A., Zhu, E., Terry, A. M., Guy, T. V., Koh, W. P. et al.
(2015). Selective Treg reconstitution during lymphopenia
normalizes DC costimulation and prevents graft-versus-host
disease. The Journal of Clinical Investigation, 125(9), 3627–
3641. DOI 10.1172/JCI76031.

14. Fontenot, J. D., Gavin, A. M., Rudensky, A. Y. (2003). Foxp3
programs the development and function of CD4+CD25+
regulatory T cells. Nature Immunology, 4(4), 330–336. DOI
10.1038/ni904.

15. Strauss, L., Bergmann, C., Szczepanski, M., Gooding, W., Johnson,
J. T. et al. (2007). A unique subset of CD4+CD25 high Foxp3+
T cells secreting interleukin-10 and transforming growth factor-
β1 mediates suppression in the tumor microenvironment.
Clinical Cancer Research, 13(15), 4345–4354. DOI 10.1158/1078-
0432.CCR-07-0472.

16. Zou, W., Wolchok, J. D., Chen, L. (2016). PD-L1 (B7-H1) and
PD-1 pathway blockade for cancer therapy: Mechanisms,
response biomarkers, and combinations. Science Translational
Medicine, 8(328), 328rv4. DOI 10.1126/scitranslmed.aad7118.

17. Hansen, J. D., Du Pasquier, L., Lefranc, M. P., Lopez, V.,
Benmansour, A. et al. (2009). The B7 family of immunoregulatory
receptors: A comparative and evolutionary perspective. Molecular
Immunology, 46(3), 457–472. DOI 10.1016/j.molimm.2008.10.007.

18. Qin, T., Zeng, Y. D., Qin, G., Xu, F., Lu, J. B. et al. (2015). High
PD-L1 expression was associated with poor prognosis in 870
Chinese patients with breast cancer. Oncotarget, 6(32), 33972–
33981. DOI 10.18632/oncotarget.5583.

19. Sanmamed, M. F., Chen, L. (2014). Inducible expression of B7-
H1 (PD-L1) and its selective role in tumor site immune
modulation. Cancer Journal, 20(4), 256–261. DOI 10.1097/
PPO.0000000000000061.

20. Emens, L. A. (2012). Breast cancer immunobiology driving
immunotherapy: Vaccines and immune checkpoint blockade.
Expert Review of Anticancer Therapy, 12(12), 1597–1611. DOI
10.1586/era.12.147.

21. Hamidinia, M., Ghafourian Boroujerdnia, M., Talaiezadeh, A.,
Solgi, G., Roshani, R. et al. (2015). Increased P-35, EBI3
transcripts and other treg markers in peripheral blood
mononuclear cells of breast cancer patients with different
clinical stages. Advanced Pharmaceutical Bulletin, 5(2), 261–
267. DOI 10.15171/apb.2015.036.

22. Li, Y. Q., Liu, F. F., Zhang, X. M., Guo, X. J., Ren, M. J. et al.
(2013). Tumor secretion of CCL22 activates intratumoral Treg
infiltration and is independent prognostic predictor of breast
cancer. PLoS One, 8(10), e76379. DOI 10.1371/journal.
pone.0076379.

23. Mao, H., Zhang, L., Yang, Y., Zuo, W., Bi, Y. et al. (2010). New
insights of CTLA-4 into its biological function in breast cancer.
Current Cancer Drug Targets, 10(7), 728–736. DOI 10.2174/
156800910793605811.

24. El-Houseini, M. E., Sleem, M. M., Bahnassy, A. M., Shaaban, K.
M., Saber, T. K. et al. (2008). Isolation and immuno-phenotypic
characterization of tumor infiltrating lymphocytes (TILs)
obtained from breast malignant tumor tissues of Egyptian
patients. Journal of Egyptian National Cancer Institute, 20(4),
379–386.

25. Abdellateif, M. S., Shaarawy, S. M., Kandeel, E. Z., El-Habashy, A.
H., Salem, M. L. et al. (2018). A novel potential effective strategy
for enhancing the antitumor immune response in breast cancer
patients using a viable cancer cell-dendritic cell-based vaccine.
Oncology Letters, 16(1), 529–535. DOI 10.3892/ol.2018.8631.

26. Livak, K. J., Schmittgen, T. D. (2001). Analysis of relative gene
expression data using real-time quantitative PCR and the
2−ΔΔCT method. Methods, 25(4), 402–408. DOI 10.1006/
meth.2001.1262.

27. Schütz, F., Marmé, F., Domschke, C., Sohn, C., von Au, A.
(2018). Immunooncology in breast cancer: Active and passive
vaccination strategies. Breast Care, 13(1), 22–26. DOI 10.1159/
000486330.

28. Yu, L. Y., Tang, J., Zhang, C. M., Zeng, W. J., Yan, H. et al. (2017).
New immunotherapy strategies in breast cancer. International
Journal of Environmental Research and Public Health, 14(1),
68. DOI 10.3390/ijerph14010068.

29. Park, M. H., Kwon, S. Y., Choi, J. E., Gong, G., Bae, Y. K. (2020).
Intratumoral CD103-positive tumour-infiltrating lymphocytes
are associated with favourable prognosis in patients with triple-
negative breast cancer. Histopathology, 77(4), 560–569. DOI
10.1111/his.14126.

30. Wang, Z. Q., Milne, K., Derocher, H., Webb, J. R., Nelson, B. H.
et al. (2016). CD103 and intratumoral immune response in
breast cancer. Clinical Cancer Research, 22(24), 6290–6297.
DOI 10.1158/1078-0432.CCR-16-0732.

31. Egelston, C. A., Avalos, C., Tu, T. Y., Rosario, A., Wang, R. et al.
(2019). Resident memory CD8+ T cells within cancer islands
mediate survival in breast cancer patients. JCI Insight, 4(19),
e130000. DOI 10.1172/jci.insight.130000.

32. Pardoll, D. M. (2012). The blockade of immune checkpoints in
cancer immunotherapy. Nature Reviews Cancer, 12(4), 252–
264. DOI 10.1038/nrc3239.

33. Liu, L., Wang, Y., Miao, L., Liu, Q., Musetti, S. et al. (2018).
Combination immunotherapy of MUC1 mRNA nano-vaccine
and CTLA-4 blockade effectively inhibits growth of triple
negative breast cancer. Molecular Therapy, 26(1), 45–55. DOI
10.1016/j.ymthe.2017.10.020.

34. Özverel, C. S., Uyanikgil, Y., Karaboz, İ., Nalbantsoy, A. (2020).
Investigation of the combination of anti-PD-L1 mAb with
HER2/neu-loaded dendritic cells and QS-21 saponin adjuvant:
Effect against HER2 positive breast cancer in mice.

BIOLOGICAL AND MOLECULAR STUDIES ON SPECIFIC IMMUNE CELLS 329

http://dx.doi.org/10.1158/0008-5472.CAN-06-3963
http://dx.doi.org/10.1111/j.1365-2567.2006.02362.x
http://dx.doi.org/10.1111/j.1365-2567.2006.02362.x
http://dx.doi.org/10.1084/jem.20130066
http://dx.doi.org/10.1371/journal.pone.0083710
http://dx.doi.org/10.1186/1479-5876-11-16
http://dx.doi.org/10.1172/JCI76031
http://dx.doi.org/10.1038/ni904
http://dx.doi.org/10.1158/1078-0432.CCR-07-0472
http://dx.doi.org/10.1158/1078-0432.CCR-07-0472
http://dx.doi.org/10.1126/scitranslmed.aad7118
http://dx.doi.org/10.1016/j.molimm.2008.10.007
http://dx.doi.org/10.18632/oncotarget.5583
http://dx.doi.org/10.1097/PPO.0000000000000061
http://dx.doi.org/10.1097/PPO.0000000000000061
http://dx.doi.org/10.1586/era.12.147
http://dx.doi.org/10.15171/apb.2015.036
http://dx.doi.org/10.1371/journal.pone.0076379
http://dx.doi.org/10.1371/journal.pone.0076379
http://dx.doi.org/10.2174/156800910793605811
http://dx.doi.org/10.2174/156800910793605811
http://dx.doi.org/10.3892/ol.2018.8631
http://dx.doi.org/10.1006/meth.2001.1262
http://dx.doi.org/10.1006/meth.2001.1262
http://dx.doi.org/10.1159/000486330
http://dx.doi.org/10.1159/000486330
http://dx.doi.org/10.3390/ijerph14010068
http://dx.doi.org/10.1111/his.14126
http://dx.doi.org/10.1158/1078-0432.CCR-16-0732
http://dx.doi.org/10.1172/jci.insight.130000
http://dx.doi.org/10.1038/nrc3239
http://dx.doi.org/10.1016/j.ymthe.2017.10.020


Immunopharmacology and Immunotoxicology, 42(4), 346–357.
DOI 10.1080/08923973.2020.1775644.

35. Bastaki, S., Irandoust, M., Ahmadi, A., Hojjat-Farsangi, M.,
Ambrose, P. et al. (2020). PD-L1/PD-1 axis as a potent
therapeutic target in breast cancer. Life Science, 247(7261),
117437. DOI 10.1016/j.lfs.2020.117437.

36. Crosby, E. J., Gwin, W., Blackwell, K., Marcom, P. K., Chang, S.
et al. (2019). Vaccine-induced memory CD8+ T cells provide
clinical benefit in HER2 expressing breast cancer: A mouse to
human translational study. Clinical Cancer Research, 25(9),
2725–2736. DOI 10.1158/1078-0432.CCR-18-3102.

37. Rowshanravan, B., Halliday, N., Sansom, D. M. (2018). CTLA-4:
A moving target in immunotherapy. Blood, 131(1), 58–67. DOI
10.1182/blood-2017-06-741033.

38. Pedros, C., Canonigo-Balancio, A. J., Kong, K. F., Altman, A.
(2017). Requirement of Treg-intrinsic CTLA4/PKCη signaling
pathway for suppressing tumor immunity. JCI Insight, 2(23),
e95692. DOI 10.1172/jci.insight.95692.

39. Li, C., Wang, H., Fang, H., He, C., Pei, Y. et al. (2021). FOXP3
facilitates the invasion and metastasis of non-small cell
lung cancer cells through regulating VEGF, EMT and the
Notch1/Hes1 pathway. Experimental and Therapeutic
Medicine, 22(3), 958. DOI 10.3892/etm.2021.10390.

40. Yang, S., Liu, Y., Li, M. Y., Ng, C., Yang, S. L. et al. (2017). FOXP3
promotes tumor growth and metastasis by activating Wnt/β-
catenin signaling pathway and EMT in non-small cell lung cancer.
Molecular Cancer, 16(1), 124. DOI 10.1186/s12943-017-0700-1.

41. Miyashita, M., Sasano, H., Tamaki, K., Hirakawa, H., Takahashi, Y.
et al. (2015). Prognostic significance of tumorinfiltrating CD8+ and
FOXP3+ lymphocytes in residual tumors and alterations in these
parameters after neoadjuvant chemotherapy in triplenegative
breast cancer: A retrospective multicenter study. Breast Cancer
Research, 17(1), 124. DOI 10.1186/s13058-015-0632-x.

42. Ali, H. R., Provenzano, E., Dawson, S. J., Blows, F. M., Liu, B.
et al. (2014). Association between CD8+ T-cell infiltration and
breast cancer survival in 12,439 patients. Annals of Oncology,
25(8), 1536–1543. DOI 10.1093/annonc/mdu191.

43. Yang, Z., Chen, D., Nie, J., Zhou, S., Wang, J. et al. (2016).
MicroRNA 143 targets CD44 to inhibit breast cancer
progression and stem cell-like properties. Molecular Medicine
Reports, 13(6), 5193–5199. DOI 10.3892/mmr.2016.5194.

44. Maschio, L. B., Madallozo, B. B., Capellasso, B. A., Jardim, B. V.,
Moschetta, M. G. et al. (2014). Immunohistochemical
investigation of the angiogenic proteins VEGF, HIF-1α and
CD34 in invasive ductal carcinoma of the breast. Acta
Histochemica, 116(1), 148–157. DOI 10.1016/j.acthis.2013.06.005.

45. Zhao, X., Li, J. (2018). Research on the correlation between
ultrasonographic features of breast cancer and expressions of
ER, CD34 and p53. Official Journal of the Balkan Union of
Oncology, 23(2), 372–377.

46. Brugnoli, F., Grassilli, S., Al-Qassab, Y., Capitani, S., Bertagnolo,
V. (2019). CD133 in breast cancer cells: More than a stem cell
marker. Journal of Oncology, 2019(12), 7512632. DOI 10.1155/
2019/7512632.

330 MOTAWA E. EL-HOUSEINI et al.

http://dx.doi.org/10.1080/08923973.2020.1775644
http://dx.doi.org/10.1016/j.lfs.2020.117437
http://dx.doi.org/10.1158/1078-0432.CCR-18-3102
http://dx.doi.org/10.1182/blood-2017-06-741033
http://dx.doi.org/10.1172/jci.insight.95692
http://dx.doi.org/10.3892/etm.2021.10390
http://dx.doi.org/10.1186/s12943-017-0700-1
http://dx.doi.org/10.1186/s13058-015-0632-x
http://dx.doi.org/10.1093/annonc/mdu191
http://dx.doi.org/10.3892/mmr.2016.5194
http://dx.doi.org/10.1016/j.acthis.2013.06.005
http://dx.doi.org/10.1155/2019/7512632
http://dx.doi.org/10.1155/2019/7512632

	Biological and molecular studies on specific immune cells treated with checkpoint inhibitors for the thera-personal approach of breast cancer patients (ex-vivo study) ...
	Introduction
	Methods
	Results
	Discussion
	Conclusion
	flink6
	References



<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Warning
  /CompatibilityLevel 1.4
  /CompressObjects /Off
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile (None)
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages false
  /ColorImageDownsampleType /Average
  /ColorImageResolution 300
  /ColorImageDepth 8
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /FlateEncode
  /AutoFilterColorImages false
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages false
  /GrayImageDownsampleType /Average
  /GrayImageResolution 300
  /GrayImageDepth 8
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /FlateEncode
  /AutoFilterGrayImages false
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages false
  /MonoImageDownsampleType /Average
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile (None)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000500044004600206587686353ef901a8fc7684c976262535370673a548c002000700072006f006f00660065007200208fdb884c9ad88d2891cf62535370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef653ef5728684c9762537088686a5f548c002000700072006f006f00660065007200204e0a73725f979ad854c18cea7684521753706548679c300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /DAN <>
    /DEU <>
    /ESP <>
    /FRA <>
    /ITA <>
    /JPN <>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020b370c2a4d06cd0d10020d504b9b0d1300020bc0f0020ad50c815ae30c5d0c11c0020ace0d488c9c8b85c0020c778c1c4d560002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken voor kwaliteitsafdrukken op desktopprinters en proofers. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /PTB <>
    /SUO <>
    /SVE <>
    /ENU (Use these settings to create Adobe PDF documents for quality printing on desktop printers and proofers.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /ConvertColors /NoConversion
      /DestinationProfileName ()
      /DestinationProfileSelector /NA
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure true
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles true
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /NA
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /LeaveUntagged
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [300 300]
  /PageSize [612.000 792.000]
>> setpagedevice


