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Abstract 

Background Prostate cancer (PCa) is the second leading cause of cancer-related deaths among men worldwide. 
Immunotherapy is an emerging treatment modality for cancers that harnesses the immune system’s ability to elimi-
nate tumor cells. In particular, dendritic cell (DC) vaccines, have demonstrated promise in eliciting a tumor-specific 
immune response. In this study, we investigated the potential of using DCs loaded with the MAGE-A2 long peptide 
to activate T cell cytotoxicity toward PCa cell lines.

Methods Here, we generated DCs from monocytes and thoroughly characterized their phenotypic and functional 
properties. Then, DCs were pulsed with MAGE-A2 long peptide (LP) as an antigen source, and monitored for their 
transition from immature to mature DCs by assessing the expression levels of several costimulatory and maturation 
molecules like CD14, HLA-DR, CD40, CD11c, CD80, CD83, CD86, and CCR7. Furthermore, the ability of MAGE-A2 -LP 
pulsed DCs to stimulate T cell proliferation in a mixed lymphocyte reaction (MLR) setting and induction of cytotoxic T 
cells (CTLs) in coculture with autologous T cells were examined. Finally, CTLs were evaluated for their capacity to pro-
duce interferon-gamma (IFN-γ) and kill PCa cell lines (PC3 and LNCaP).

Results The results demonstrated that the antigen-pulsed DCs exhibited a strong ability to stimulate the expan-
sion of T cells. Moreover, the induced CTLs displayed substantial cytotoxicity against the target cells and exhibited 
increased IFN-γ production during activation compared to the controls.

Conclusions Overall, this innovative approach proved efficacious in targeting PCa cell lines, showcasing its potential 
as a foundation for the development and improved PCa cancer immunotherapy.
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Background
Prostate cancer (PCa) remains the second leading cause 
of cancer-related deaths in men around the world. 
Despite the therapeutic benefit of general treatments, 
additional treatment strategies are needed to prevent 
progression from localized to advanced disease and to 
further improve survival outcomes for patients with 
advanced PCa [1]. Immunotherapy is a notable advance-
ment in cancer treatment, that aims to harness the 
immune system to identify tumor antigens and elimi-
nate tumors while leaving normal tissues undamaged 
[2]. Dendritic cells (DCs), as professional antigen-pre-
senting cells (APCs), have become a promising immu-
notherapeutic approach for the treatment of cancers. To 
generate an immune response against cancer cells, the 
patient’s own cells are isolated, activated, and then trans-
ferred autologously to the patient after being loaded with 
tumor antigens [3]. Among a plethora of tumor antigens, 
melanoma antigen gene (MAGE)-A was the first human 
tumor-associated antigen to be discovered at the molecu-
lar level [4]. It belongs to the larger family of cancer/testis 
antigens (CTAs), whose expression is found in cancers as 
well as germinal cells [5]. They have been identified in a 
variety of cancers through different histological origins 
including myeloma [6], triple-negative breast cancers 
[7], non-small cell lung cancers (NSCLC) [8], and PCa 
[9]. One of the CTAs overexpressed in different histo-
logical types of tumors is MAGE-A2 [10]. It is a strong 
p53 (tumor-suppressor transcription factor) inhibitor 
through histone deacetylase (HDAC)3 recruitment, and 
its expression decreases cellular senescence and increases 
proliferation [11]. In PCa, MAGE-A2 is the most highly 
upregulated CTA (> 800-fold) that causes the prolifera-
tion of cancer cells and decreases chemosensitivity [12]; 
therefore, it may serve as a perfect antigen that poten-
tially could be used for PCa immunotherapy. In addition 
to the selection of an optimal antigen, the ideal peptide 
length has become a topic of discussion. One approach 
for enhancing the efficacy of DC vaccination is to use 
long peptide (LP) as the source of tumor antigens [13]. 
LPs stimulate both CD4 + and CD8 + T cell responses 
and have prolonged antigen presentation compared to 
short peptides [14, 15]. After internalization, a part of the 
LPs is degraded by the endosomal pathway, loaded onto 
MHC-II molecules, and subsequently identified by  CD4+ 
T helper cells. The other parts are cross-presented by 
MHC-I molecules to activate  CD8+ T cells through the 
cytoplasmic or vacuolar pathway [16]. Moreover, LPs are 
able to alleviate potential immune tolerance and enhance 
vaccine potency [17]. While, shorter peptides are fre-
quently constrained by human leukocyte antigen (HLA) 
types, LPs can cover a broader spectrum of HLAs con-
taining multiple epitopes to improve immunogenicity 

[18]. Therefore, LPs have more potential to induce sus-
tained and effective antitumor activity responses. As the 
first step towards developing an effective DC vaccine, 
we searched for optimal antigenic MAGE-A2-LP as a 
stimulator of both  CD4+ and  CD8+ cells using online 
bioinformatic tools. We speculated that selected MAGE-
A2-LP might be a valuable immunogenic source for DC 
pulsing and a particular therapeutic target. To the best 
of our knowledge, this is the first report investigating the 
potency of DCs loaded with MAGE-A2-LP in the con-
text of antitumor immune responses for PCa. Here, we 
explored whether DCs loaded with MAGE-A2 LP could 
promote in  vitro stimulation of T lymphocytes against 
prostatic cancer cell lines. Our preliminary results con-
firmed that MAGE-A2-LP loaded DCs could stimulate T 
cell proliferation and activate the cytotoxicity of T cells 
against selected PCa cell lines.

Methods
Patient characteristics and sample collection
All experimental procedures were approved by the Eth-
ics Committee of the Iran University of Medical Sciences 
(IR. IUMS.1398.090). Informed consent was obtained 
from all participants prior to blood sample collection. 
PCa blood samples (n = 10) were collected from the 
Uro-Oncology Research Center of the Imam Khomeini 
Hospital Comlex- Tehran. Pathological reports were 
evaluated to obtain the diagnosis of PCa and Gleason 
grade patients. None of the patients received radiother-
apy or hormonal therapy prior to diagnosis. The mean 
age of the patients was 64.20 years and they were diag-
nosed with high-grade PCa with a Gleason score ≥ 8. 
Table 1 summarizes the patient characteristics, including 
age, serum PSA levels, Gleason scores, and tumor stage 
(TNM) classifications.

Table 1 Patient characteristics

PSA prostate specific antigen, TNM tumor-node-metastasis

Patient ID Age (years) Serum PSA
(ng/ml)

Gleason 
score

Tumor stage (TNM)

P1 67 53.7 9 T3bN1M0

P2 56 183.8 9 T3bN1M1

P3 63 27.3 8 T3bN1M0

P4 52 58 8 T3bN1M0

P5 74 896 9 T3bN1M1

P6 58 239.7 9 T3bN1M0

P7 81 69.1 8 T3bN1M1

P8 53 104 9 T3bN1M1

P9 66 38.8 8 T3bN1M0

P10 73 127.4 8 T3bN1M1
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Design and synthesis of MAGE‑A2‑ LP
The MAGE-A2 protein sequence was retrieved from the 
National Center for Biotechnology Information (NCBI) 
database. To design MAGE-A2-LP, online bioinfor-
matic tools were utilized. First, we analyzed the protein 
sequence for the presence of MHC class I and II bind-
ing regions using the online database Immune Epitope 
Database (IEDB). The MHC class I and II binding regions 
were identified in the protein sequence. The 30 amino 
acids MAGE-A2-LP (KTGLLIIVLAIIAIEGDCAP-
EEKIWEELSM) which contains the MHC class I and II 
binding regions was selected. Additional online bioin-
formatic tools such as: Rankpep, NETMHC2PAN, and 
EPIMHC were used to analyze the selected LP. Moreover, 
to explore homology between our chosen LP and other 
members of the protein family, MAGE-A2-LP was sub-
jected to BLAST analysis using the NCBI database. This 
approach enabled us to identify sequences in the data-
base that bear a close resemblance to our LP, thereby 
providing valuable insights into its homology or similar-
ity to established proteins. The results exhibited notable 
homology between selected LP and other members of 
the MAGE family including MAGE-A12, MAGE-A3, and 
MAGE-A6. The designed MAGE-A2-LP was synthesized 
by the Biomatik Corporation (Canada) and the purity of 
the peptide was determined by high-performance liquid 
chromatography (HPLC) and mass spectrometry analysis 
(Additional files 1 and 2, respectively). The freeze-dried 
MAGE-A2-LP was received, diluted in sterile water at 
2 mg/ml and stored at − 20 °C for future use.

Generation of monocyte‑derived dendritic cells
Forty milliliter blood sample was collected from patients 
diagnosed with PCa using K3-EDTA tubes. Monocyte-
derived dendritic cells (Mo-DCs) were generated using 
standard protocols. Peripheral blood mononuclear cells 
(PBMCs) were isolated using Ficoll-Hypaque gradi-
ent centrifugation [18]. Monocytes were purified from 
PBMCs through a negative selection protocol using the 
Pan Monocyte Isolation Kit (Miltenyi Biotec, Germany). 
For this purpose, PBMCs were labeled with the cocktail 
of biotin-conjugated monoclonal antibodies against anti-
gens that were not expressed on human monocytes and 
then incubated with anti-biotin MicroBeads to firstly 
isolate the unbound monocytes through a magnetic-acti-
vated cell separation (MACS) column (Miltenyi Biotec, 
Germany). After removing the column from the mag-
net and firmly pushing the plunger into the column, the 
magnetically labeled nonmonocytes were flushed out and 
stored at − 80 °C as the T cells intended for coculturing 
with DCs in subsequent experiments. The number of 
collected monocytes and their viability were assessed by 

trypan blue staining. To obtain immature DC (imDCs), 
monocytes (1 ×  106 cells/mL) were cultured in RPMI-
1640 complete medium (Invitrogen, USA) supplemented 
with 10% FBS (Gibco, Germany), 100 U/mL penicillin-
streptomycin (Biowest, France), 100 ng/mL recombi-
nant human GM-CSF (Biolegend, USA), and 100 ng/mL 
recombinant human IL-4 (Biolegend, USA) in a humidi-
fied incubator at 37 °C with 5%  CO2 for five days. Every 
3 days, half of the medium was refreshed with the same 
concentration of GM-CSF and IL-4. To pulse the DCs 
with MAGE-A2-LP, cultures were exposed to 10  µg/ml 
peptide for 4 h [19]. Then, they were matured by adding 
2  µg/ml lipopolysaccharide (LPS, Sigma-Aldrich, USA) 
for 48 h [20].

Immunophenotyping characterization of DCs by flow 
cytometry
To verify the differentiation and maturation of cells, flow 
cytometry analysis was performed using fluorochrome-
labeled monoclonal antibodies (mAbs): FITC mouse 
anti-human CD14, CD40, CD11c and CD80, PE mouse 
anti-human HLA-DR and CD86, and APC mouse anti-
human CCR7 and CD83, purchased from BioLegend, 
USA on an Attune NxT flow cytometer from Thermo 
Fisher Scientific, USA. Monocytes, imDCs, and mature 
DCs (mDCs) were collected on days 0, 5, and 7 of the 
culture periods using cell scrapers and pipettes. The col-
lected cells were then centrifuged, resuspended in ice-
cold FACS buffer, and aliquoted in FACS tubes followed 
by addition of conjugated mAbs. The tubes were incu-
bated on ice in the dark for 45 min, washed, and resus-
pended in the FACS buffer for immediate analysis. For 
the isotype control, mouse immunoglobulin (IgG) was 
used at the same concentration as the other antibodies. 
FlowJo software (version. 10) was used for data analysis.

T cell proliferation assay by mixed lymphocyte reaction
The stimulatory potential of DCs (imDCs and LP-loaded 
mDCs) was evaluated in mixed leukocyte reaction (MLR) 
condition and compared with control wells containing T 
cells alone (negative control) and T cells stimulated with 
IL-2 (positive control). CD14-negative cells obtained 
from LS column flushing (Miltenyi Biotec, Germany) 
post monocyte isolation underwent two phosphate buff-
ered saline (PBS) washes and preserved in 10% dime-
thyl sulfoxide (DMSO, Sigma-Aldrich, USA) with FBS 
at − 80  °C for 24 h and then transferred to liquid nitro-
gen until they were needed for further experiments. The 
nonadherent portion of thawed CD14-negative cells that 
cultured for two hours were considered T cells. T cells 
were stained with carboxyfluorescein diacetate succin-
imidyl ester (CFSE, CFSE cell division tracker kit, BioLe-
gend, USA) according to the manufacturer’s instructions. 
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CFSE-labeled T cells (5 ×  105 cells) were seeded in a 
96-well plate and cocultured with immature and LP-
loaded mDCs at a ratio of 10:1 (T: DC) in the presence 
of 10 ng/mL IL-2 (Biolegend, USA) for 5 days at 37 °C in 
5% CO2. After the 5-day coculture, T cells were washed 
in cold PBS. The proliferation rate was assessed using 
flow cytometry. In this regard, by FlowJo software (ver-
sion. 10) the division index was calculated as the average 
number of cell divisions in the original population. The 
diameter of each colony generated after being cocultured 
was measured by Fiji (ImageJ software, NIH, USA) on 
inverted microscopic pictures. More than 10 independ-
ent microscopic fields were counted for each group.

MAGE‑A2 expression in PC3 and LNCaP prostate cancer cell 
lines
Two PCa cell lines, PC3 and LNCaP purchased from 
the Pasteur Institute of Iran, were selected as the target 
cells for conducting the cytotoxicity assay. To this end, 
the expression of MAGE-A2 in both cell lines was ana-
lyzed using flow cytometry. Isolated PBMCs from healthy 
donors were utilized as a control sample. The cells were 
seeded at a density of 1 ×  105 cells per well in a 24-well 
plate in RPMI supplemented with 10% (v/v) FBS and 
grown at 37 °C in a 5% CO2 for 24 h. Subsequently, the 
cells were fixed in 2% cold and freshly prepared para-
formaldehyde in PBS and then incubated at room tem-
perature for 15 min at slow shaking rate. To remove any 
extra fixative reagents, cells were washed with PBS and 
then centrifuged at 500×g for 5 min. For cell permeabi-
lization, 200 µl of 0.5% Tween-20 (Sigma-Aldrich, USA) 
was added to each tube and incubated for 30  min. The 
samples were washed with PBS to remove Tween-20 
from the medium. MAGE-A2 antibody (Biorbyt, UK) 
as primary antibody and FITC anti-rabbit IgG (Sigma-
Aldrich, USA) as the secondary antibody were utilized to 
evaluate the MAGE-A2 expression in both cell lines by 
flow cytometry analysis.

In vitro induction of antigen‑specific CTLs
To activate CTLs, isolated autologous T cells were cocul-
tured with LP-loaded mDCs at a ratio of 10:1, and they 
were restimulated twice with the same DCs on day 7 and 
day 14 and fed every 3 days with fresh medium contain-
ing IL-2. On day 21, the treated T cells were harvested, 
washed, and their cytotoxicity was analyzed.

In vitro cytotoxicity assay
To test the ability of CTLs to kill target cells, they were 
cocultured with the PC3 and LNCaP cell lines as tar-
get cells. Each cell line was stained with CFSE to deter-
mine viability. The CTL assay was conducted at effector/
target ratios of 0:1(target only as baseline control) [21], 

10:1(unstimulated CTLs and mDC stimulated CTLs 
as effectors) and 20:1(mDC stimulated CTLs as effec-
tor) in 96-well round-bottomed culture plates, with a 
total volume of 200 µl, in triplicate. In addition, autolo-
gous PBMCs were used as a surrogate for normal cells 
to evaluate the safety of MAGE-A2-LP stimulated CTLs 
for normal cells. After 4  h of incubation at 37  °C in 5% 
CO2, flow cytometry was used to analyze the cytotoxic 
effect of CTLs against the PCa cell lines. To differenti-
ate between live and dead cells, 10 µl of 0.5 mg/ml pro-
pidium iodide (PI) (final concentration of 25 µg/ml) was 
added to each sample immediately before reading by flow 
cytometer. The results were expressed as the percentage 
of CFSE + PI+ (double positive) cells.

Cytokine detection by ELISA
On day 15, supernatants were separated from the cocul-
ture of imDCs and LP-loaded mDCs with autologous T 
cells as positive controls as well as T cells alone as nega-
tive controls and stored at − 20  °C until they were used 
for assessing interferon-gamma (IFN-γ). The level of 
IFN-γ secretion following activation and expansion of T 
cells was measured by an ELISA kit (IBL International, 
Germany) according to the manufacturer’s instructions, 
using a detection range of 1.6–100 pg/ml.

Transwell migration assay
Transwell migration assay was performed using tran-
swell chambers (8 μm pore size, SPL, South Korea). PC3 
and LNCaP cells (2 ×  104 in each well), were cocultured 
with unstimulated CTLs and mDC stimulated CTLs at 
effector/target ratio of 10:1 along with PC3 and LNCaP 
cells alone as respective controls. Cells were seeded in 
the upper chambers of the 12 well plate in 500 µl serum-
free medium. The lower chambers were filled with 1 ml 
complete medium. The chamber was incubated at 37 °C 
for 48 h. At the end of incubation, the cells in the upper 
surface of the membrane were removed with a cotton 
swab. Cells in lower chamber were fixed with methanol 
and stained with Giemsa. The images were taken with 
inverted microscope and analyzed using Fiji (ImageJ soft-
ware, NIH, USA).

Cell invasion assay
The matrigel invasion assay and its subsequent analyses 
were done as the procedure described in the transwell 
migration assay section. However, it should be noted that 
in the context of the cell invasion assay, transwell cham-
bers were coated with 1 mg/ml matrigel (Corning, USA) 
prior to the assay.
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Statistical analysis
Each experiment was performed at least three times and 
data are reported as the mean values ± SD. Student’s t 
test was used to compare two groups with a parametric 
distribution. P values less than 0.05 were considered sig-
nificant and values less than 0.01, 0.001, and 0.0001 are 
shown in the figures using **, *** and ****, respectively. 
All statistical analyses were carried out using GraphPad 
Prism version 8.0 for Windows (GraphPad Software, La 
Jolla, USA).

Results
Successful differentiation of immature and LP‑loaded 
mature DCs from patients’ isolated monocytes
An LS-MACS column was used to isolate unbound 
monocytes that became imDCs after 5 days of exposure 
to the DC-generating cytokine cocktail including IL-4 
and GM-SCF. The MAGE-A2-LP-pulsed imDCs were 
matured with the addition of LPS for 2 more days. Flow 
cytometry was used to determine whether CD14, HLA-
DR, CD11c, and CD40 surface markers were differently 
expressed in monocytes, imDCs, and LP-loaded mDCs. 
As shown in Fig.  1A, monocytes expressed significantly 
more CD14 in comparison with imDCs and mDCs sam-
ples (p = 0.003, and p = 0.002, respectively). In contrast 
to CD14, HLA-DR, CD11c, and CD40 were significantly 
expressed at lower levels in monocyte samples and 
showed increased pattern in imDCs (p = 0.04, p = 0.002, 
and p = 0.0002, respectively) and mDCs (p = 0.008, 
p ≤ 0.0001, and 0.0003, respectively). Flow cytometry 
analysis was used to compare the expression level of each 
surface marker including CD80, CD83, CD86, and CCR7 
among imDC and mDC samples. LP-loaded mDCs dis-
played high percentages of expression levels of CD80 
(p = 0.02), CD83 (p = 0.01), CD86 (p = 0.004), and CCR7 
(p = 0.0005) which were significant for all markers in 
comparison with their immature counterparts (Fig. 1B).

LP‑loaded matured DCs can effectively stimulate T cell 
responses
The stimulatory capacity of DCs was assessed by cocul-
turing of T cells with both imDCs (without pulsing) 
and mDCs (loaded with MAGE-A2-LP) for 5 days. The 
T cells were labeled with CFSE, and their proliferation 

was evaluated by CFSE dilution. IL-2 treated T cells 
served as the positive control. As it is shown in Fig. 2A 
and B, T cells treated with MAGE-A2 loaded mDCs 
displayed a significantly higher proliferation rate 
(p = 0.0007) than those treated with imDCs (p = 0.002) 
and IL-2 treated (p = 0.008). In addition, the colonies 
generated in the co-culture of T cells and LP-loaded 
mDCs were larger than those in other groups (Fig. 2C 
and D). Hence, mDCs loaded with MAGE-A2-LP had a 
remarkable effect on enhancing T cell growth.

MAGE‑A2‑LP pulsed DCs activated T cells cytotoxicity
To further monitor the functional consequence of DC-
based T cell activity, we evaluated the cytotoxic activ-
ity of MAGE-A2-LP pulsed DC activated T cells against 
both PCa cell lines (PC3 and LNCaP). MAGE-A2 
expression was assessed by flow cytometry in selected 
cell lines as well as in PBMCs as a control. Figure 3 A 
shows that both cell lines express MAGE-A2 as an 
antigen at significantly higher levels than the control 
sample (both p ≤ 0.0001). Therefore, these two cell 
lines were selected as targets for the cytotoxicity assay. 
Autologous T cells isolated from patients were cocul-
tured with MAGE-A2-LP pulsed mDCs for 21 days at 
ratios of 10:1 and 20:1. After two stimulations with the 
same DCs and feeding with IL-2, the killing capacity of 
the resultant CTLs was assessed by CFSE-labeled PCa 
cell lines (PC3 and LNCaP). The rate of killing the tar-
get cells was determined based on the percentage of 
dead cells in the live cell population. Although the cyto-
toxicity levels in both PC3 and LNCaP in the ratios of 
10:1 and 20:1 were not significantly different (p = 0.11; 
and p = 0.28, respectively), the highest cytotoxicity level 
was observed in PC3 cells at a 20:1 ratio (Fig.  3B and 
C). Furthermore, cytotoxicity of CTLs against normal 
cells (PBMCs) was conducted to evaluate the safety of 
MAGE-A2-LP stimulated CTLs for normal cells. The 
results of this experiment have been shown in Addi-
tional File 3. Notably, these results indicate that there 
were no significant differences in cytotoxicity of CTLs 
among normal cells without co-culturing, and co-cul-
turing with different CTLs ratios, underscoring the 
safety and selectivity of our approach.

(See figure on next page.)
Fig. 1 Flow cytometric and quantitative bar chart analyses of surface marker expression. A Expression of CD14, HLA-DR, CD11c, and CD40 are 
shown among monocytes, imDCs, and mDCs (n = 10). B Expression of CD80, CD83, CD86, and CCR7 are shown between imDCs and mDCs (n = 10). 
Histograms show the expression of each marker in a representative experiment, and the bar diagrams indicate the mean MFI ± SD for each marker. 
All groups showed significant differences in the expression of surface markers. A paired t test was used to compare the differences between two 
groups. *p ≤ 0.05, **p ≤ 0.01, ***p ≤ 0.001, ****p ≤ 0.0001. Control: isotype control, imDC: immature DCs, mDC: LP-loaded mature DCs
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Fig. 1 (See legend on previous page.)
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T cells cocultured with MAGE‑A2 pulsed DCs produced 
IFN‑γ
MAGE-A2-LP pulsed DCs induced cytokine production 
in T cells in coculture. Mainly, mean IFN-γ production of 
T cells Cocultured with MAGE-A2 loaded DCs was 232.6 
pg/ml which indicated a significantly higher concentra-
tion than the IFN-γ concentration in T cells stimulated 
by imDCs and control (T-cell without stimulation) sam-
ples (both p ≤ 0.0001) (Fig. 4).

Stimulated CTLs with LP‑loaded matured DCs can 
effectively decreased migration and invasion of PCa cell 
lines
To investigate whether stimulated CTLs can affect cell 
motility and invasiveness of PCa cells, transwell cell 
migration and matrigel invasion assays were performed. 
we used unstimulated CTLs and mDC stimulated CTLs 
at ratio of 10:1 effector/target along with PC3 and LNCaP 
cells alone as controls (Fig.  5A and B). While unstimu-
lated CTLs did not affect the motility and invasiveness of 
LNCaP and PC3 cells, coculturing mDC stimulated CTLs 
with LNCaP and PC3 significantly reduced cell migration 
(Fig.  5C). Similarly, coculturing mDC stimulated CTLs 
with LNCaP and PC3 significantly decreased the ability 
of cells to invade (Fig. 5D).

Discussion
The oncogenic activity of MAGE-As as well as their 
immune-privileged nature, make them perfect anti-
gens with the capacity to elicit highly specific immune 
responses for cancer [22]. The data from our experi-
ment support the idea that MAGE-A2 could be a poten-
tial target antigen to induce tumor-specific cytotoxicity. 
We observed a substantial increase in the activation of 
T cell responses against MAGE-A2-expressing PCa 
cell lines. Numerous MAGE-A-based therapeutic can-
cer vaccines have been developed in recent years. The 
administration of recombinant MAGE-A3 protein in 
patients with lung cancer was one of the clinical studies 
conducted by using MAGE-A in cancer immunotherapy 
with promising initial data [23]. Based on our investi-
gation, the BLAST analysis conducted on the selected 

MAGE-A2-LP displayed notable homology between 
the chosen LP and some members of the MAGE family, 
such as MAGE-A3, with 93% homology, indicating that 
MAGE-A2 could be a potential tumor antigen for can-
cer immunotherapy. In the context of PCa, Suyama et al., 
demonstrated that MAGE-A2 exhibited the highest level 
of upregulation among other CTAs. Moreover, upon the 
silencing of MAGE-A2 expression, a significant decrease 
in cancer cell proliferation and an increase in chemosen-
sitivity were observed [12]. Therefore, MAGE-A2 might 
be a promising candidate for PCa immunotherapy.

One of the distinguishing aspects of our research lies 
in the use of LP as the antigen. Unlike short peptides, LPs 
encompass larger regions of the target protein sequence, 
which allows for the presentation of multiple epitopes 
and enhances the likelihood of eliciting a more diverse 
and potent immune response [24]. Several successful 
studies have utilized LP as a source of tumor antigens, as 
evidenced in subsequent literature citations. In line with 
our study, Bijker et al.; performed a comparison of differ-
ent peptide vaccination strategies and showed superior 
performance of LPs over short peptides [17]. Further-
more, Patel et al., conducted a successful study to evalu-
ate the safety and immunogenicity of LP; using seven 
different LPs, including MAGE-A1 and MAGE-A10 [25]. 
Ott et  al.; synthesized up to 20 LPs to generate vaccine 
for melanoma patients. They observed that four of the six 
patients did not exhibit any subsequent recurrences after 
a period of 25 months post vaccination [26]. Collectively, 
it is plausible that LP could be a superior option for the 
development of a safe and efficacious DC vaccine.

The DC maturation status plays a pivotal role in the 
induction of immune responses following DC-based vac-
cination [27], where decreased expression of CD14 and 
increased expression of key costimulatory and matura-
tion molecules (e.g. CD80, CD83, CD86 and HLA-DR) 
are involved in T cell activation [28]. Our results in DC 
phenotypic maturation status, indicated significant dif-
ferences in the expression levels of CD14, HLA-DR, 
CD80, CD83, and CD86 in LP-loaded mDCs compared 
to the monocyte and immature groups. Moreover, the 
outcomes of our study demonstrated that CD86 was 

Fig. 2 The proliferation of T cells cocultured with DCs. A Flow cytometry histogram of CFSE dilution from one representative experiment are 
shown. CFSE-labeled T cells were stimulated by IL-2, immature DCs and LP-loaded mature DCs and without stimulation as a control after 5 days. 
The proliferation of CFSE-labeled T cells was determined using flow cytometry. B Quantitative data from the division index (average division 
numbers that a cell in the original population had gone through; the average also takes into account the undivided cells) for each group 
from four independent experiments showing significance between different groups and a higher percentage for LP-loaded mDCs. C Colonies 
generated by each group of experiments. Bar: 200 μm and applied to all images. D Size comparison of generated colonies indicated a significant 
increase in colony diameter from LP-loaded mDCs compared with the other groups. All groups showed significant differences. A Paired t test 
was used to compare the differences between two groups. Data are presented as mean ± SD. *p ≤ 0.05, **p ≤ 0.01, ***p ≤ 0.001, ****p ≤ 0.0001. 
imDC: immature DCs, mDCs: LP-loaded mature DCs

(See figure on next page.)
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Fig. 2 (See legend on previous page.)
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Fig. 3 MAGE-A2 expression and cytotoxic activity against LNCaP and PC3 cell lines. A Quantitative analysis of the percentage of MAGE-A2 
expression by flow cytometric assessments. B One representative dot plot of flow cytometry indicates the CFSE + PI + population. C Comparison 
of the percentage of cytotoxicity activity in 0:1(target only), 10:1(unstimulated and mDC stimulated CTLs) and 20:1(mDC stimulated CTLs) effector/
target (E:T) ratios in LNCaP and PC3 cell lines as target cells. The data represent the mean ± SD. ns: not significant, **p ≤ 0.01, ****p ≤ 0.0001
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expressed in at higher levels in comparison to other 
costimulatory molecules. Previous studies conducted 
on CD80 and CD86 knockout mice have indicated that 
CD86 plays a significant role in the activation of T cells 
compared to CD80 [29]. In addition, another study sug-
gested that CD86 may intensify DC:T cell interactions 
more prominently than CD80 [30]. Hence, the capability 
of CD86 to stimulate stronger DC:T cells plays a crucial 
role in initiating immune responses.

Full activation of T cells depends on the coordination 
of three distinct signals. In signal 1, DCs present peptide-
MHC complexes to T cells for recognition by specific T 
cells, signal 2 involves the binding of costimulatory mol-
ecules, and signal 3 results from the cytokine environ-
ment regulating the proliferation and differentiation of 
T cells. For instance, IL-12 secreted by DCs promotes 
the T helper 1 (Th1) immune response [31]. Evaluating 
cytokine-12 has the potential to provide valuable insight 
into DC-T cell crosstalk [32]. However, we regret to 
report this, and it remains a limitation in our study.

In line with numerous studies that highlight the find-
ings regarding a notable increase in T cell proliferation 
upon coculture with DCs loaded by tumor antigens in 
MLR assays and CTL responses [33, 34], our data dem-
onstrated that utilizing MAGE-A2-LP pulsed DCs was 
effective for increasing T cell proliferation and killing PCa 

cell lines. Consistent with our data, Rabu et al.; provided 
evidence that LP could increase CD8-specific responses 
and inhibit the growth of transplanted tumors in mice. 
The data support the use of LPs to improve antitumor 
 CD8+ T cell responses and therapeutic efficacy [35]. Mul-
tiple investigations have shown that IFN-γ helps effector 
responses of T cells and is considered to be a valuable 
indicator for detection of activation of antigen-specific T 
cells [32, 36, 37]. Here, we showed that tumor-specific T 
cells produced IFN-γ upon activation, and also LP-loaded 
mDCs were superior to imDCs in eliciting IFN-γ produc-
tion from T cells.

Despite the promising results that make MAGE-LP a 
promising target antigen, several challenges need to be 
addressed to maximize the efficacy of T cell responses. 
To elicit the induction of effective T cell responses, it is 
important to consider the careful selection of optimal 
immunostimulators as well as the appropriate mode of 
antigen delivery to APCs [38]. Moreover, future studies 
should concentrate on identifying and optimizing antigen 
sequences that efficiently activate T cells against tumor 
antigens which can lead to enhanced immune recogni-
tion and response against cancer cells [13]. Furthermore, 
modification of the peptide structure as well as design-
ing novel synthetic LPs that include CTLs and helper 
peptides could increase immunogenicity and improve 
clinical efficacy [39]. Considering clinical applications, 
DC vaccines show minimal side effects and low toxic-
ity, which make them safe for patients; therefore, further 
investigations could prioritize integrating DC vaccines 
with additional therapeutic procedures such as combi-
nation therapy, immune checkpoint-targeting therapies, 
and personalized approaches to enhance treatment out-
comes [40].

Conclusions
Taken together, this is the first report on the use of 
MAGE-A2-LP to design a DC cancer vaccine, reveal-
ing that pulsed DCs generated from prostatic cancer 
monocytes were capable of inducing immune responses 
through T cell proliferation and cytotoxic activation. 
We suggest that MAGE-A2-LP pulsed DCs can be used 
in T cell mediated cancer immunotherapy for indi-
viduals with PCa. With this in mind, MAGE-A2-LP, as 
an appropriate candidate antigen in immunotherapy 

Fig. 4 The concentration of IFN-γ. The IFN-γ concentration 
was analyzed by ELISA in the coculture supernatants of T cells 
stimulated with imDCs and mDCs. T- cells without coculturing 
were used as controls. A t test was used to compare the differences 
between two groups. Data are presented as the mean ± SD. **p ≤ 0.01, 
****p ≤ 0.0001. imDC: immature DCs; mDC: LP-loaded mature DCs

(See figure on next page.)
Fig. 5 Transwell migration and invasion assays: A Representative images of transwell migration assay of coculturing LNCaP and PC3 cells 
with unstimulated CTLs, mDC stimulated CTLs, and respective control. B Representative images of matrigel invasion assay of coculturing LNCaP 
and PC3 cells with unstimulated CTLs, mDC stimulated CTLs, and respective control. C Quantitative graphical representations of transwell migration 
assay of LNCaP and PC3. D Quantitative graphical representations of invasion assay of LNCaP and PC3. The data represent the mean ± SD. ns: 
not significant, *p ≤ 0.05, **p ≤ 0.01
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Fig. 5 (See legend on previous page.)
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deserves further in  vitro and in  vivo investigations to 
better comprehend its potential as a weapon against 
PCa.

Abbreviations
PCa  Prostate cancer
DC  Dendritic cell
imDCs  Immature DC
mDCs  Mature DCs
LP  Long peptide
MLR  Mixed lymphocyte reaction
CTLs  Cytotoxic T cells
IFN-γ  Interferon-gamma
APCs  Antigen-presenting cells
MAGE  Melanoma antigen gene
CTAs  Cancer/testis antigens
NSCLC  Non-small cell lung cancers
HDAC  Histone deacetylase
HLA  Human leukocyte antigen
Mo-DCs  Monocyte-derived dendritic cells
PBMCs  Peripheral blood mononuclear cells
MACS  Magnetic-activated cell separation
LPS  Lipopolysaccharide
mAbs  Monoclonal antibodies
PBS  Phosphate-buffered saline
DMSO  Dimethyl sulfoxide
CFSE  Carboxyfluorescein diacetate succinimidyl ester
PI  Propidium iodide
Th1  T helper 1

Supplementary Information
The online version contains supplementary material available at https:// doi. 
org/ 10. 1186/ s12935- 023- 03108-0.

Additional file 1. HPLC Analysis for synthesized MAGE-A2-LP purity.

 Additional file 2. MS Analysis for synthesized MAGE-A2-LP purity. 

 Additional file 3. Safety profile of cytotoxicity activity of MAGE-A2-LP 
CTLs co-culturing with PBMCs as normal cells.

Acknowledgements
We would like to thank the patients for their grateful support of the study by 
providing samples for research use.

Author contributions
P.B. designed the project, performed the experimental work and wrote the 
manuscript; M. N. performed the experimental work and modified the manu-
script; L. Sh. provided the samples and clinical information; M. M. supervised 
and modified the manuscript; M. F. supervised and modified the manuscript.

Funding
This work was supported by Iran University of Medical Sciences (Grant num-
ber: 12937).

Data availability
The datasets analyzed during the current study are available from the cor-
responding author on reasonable request.

Declarations

Ethics approval and consent to participate
This study was performed in line with the principles of the Declaration of 
Helsinki. Approval was granted by the Ethics Committee of Iran University 
of Medical Sciences (7-4-2019/ IR. IUMS.1398.090). Informed consent was 
obtained from all individual participants included in the study.

Competing interests
The authors declare no competing interests.

Author details
1 Department of Medical Biotechnology, School of Allied Medical Sciences, 
Iran University of Medical Sciences (IUMS), Hemmat Highway, Tehran, Iran. 
2 Immunology, Asthma and Allergy Research Institute, Tehran University 
of Medical Sciences, Tehran, Iran. 3 Uro-Oncology Research Center, Tehran Uni-
versity of Medical Sciences, Tehran, Iran. 4 Department of Medical Laboratory 
Sciences, School of Allied Medical Sciences, Iran University of Medical Sciences 
(IUMS), Hemmat Highway, Tehran, Iran. 

Received: 31 July 2023   Accepted: 25 October 2023

References
 1. Wang I, et al. Prostate cancer immunotherapy: a review of recent 

advancements with novel treatment methods and efficacy. Am J Clin Exp 
Urol. 2022;10(4):210.

 2. Chen X, Yang J, Wang L, Liu B. Personalized neoantigen vaccination with 
synthetic long peptides: recent advances and future perspectives. Thera-
nostics. 2020;10(13):6011.

 3. Saxena M, Balan S, Roudko V, Bhardwaj N. Towards superior dendritic-cell 
vaccines for cancer therapy. Nat Biomed Eng. 2018;2(6):341–6.

 4. van der Bruggen P, et al. A gene encoding an antigen recog-
nized by cytolytic T lymphocytes on a human melanoma. Science. 
1991;254(5038):1643–7.

 5. Gordeeva O. Cancer-testis antigens: unique cancer stem cell biomarkers 
and targets for cancer therapy. Semin Cancer Biol. 2018. https:// doi. org/ 
10. 1016/j. semca ncer. 2018. 08. 006.

 6. Shires K, Van Wyk T. The role of cancer/testis antigens in multiple 
myeloma pathogenesis and their application in disease monitoring and 
therapy. Crit Rev Oncol/Hematol. 2018;132:17–26.

 7. Raghavendra A, et al. Expression of MAGE-A and NY‐ESO‐1 cancer/testis 
antigens is enriched in triple‐negative invasive breast cancers. Histopa-
thology. 2018;73(1):68–80.

 8. Djureinovic D, et al. Profiling cancer testis antigens in non–small-cell 
Lung cancer. JCI Insight. 2016. https:// doi. org/ 10. 1172/ jci. insig ht. 86837.

 9. Weon JL, Potts PR. The MAGE protein family and cancer. Curr Opin Cell 
Biol. 2015;37:1–8.

 10. Poojary M, Jishnu PV, Kabekkodu SP. Prognostic value of melanoma-asso-
ciated antigen-A (MAGE-A) gene expression in various human cancers: a 
systematic review and meta-analysis of 7428 patients and 44 studies. Mol 
Diagn Ther. 2020;24:537–55.

 11. Lian Y, Meng L, Ding P, Sang M. Epigenetic regulation of MAGE family in 
human cancer progression-DNA methylation, histone modification, and 
non-coding RNAs. Clin Epigenet. 2018;10:1–11.

 12. Suyama T, et al. Expression of cancer/testis antigens in prostate cancer is 
associated with disease progression. Prostate. 2010;70(16):1778–87.

 13. Liu J, et al. Cancer vaccines as promising immuno-therapeutics: platforms 
and current progress. J Hematol Oncol. 2022;15(1):28.

 14. Bijker MS, et al. Superior induction of anti-tumor CTL immunity by 
extended peptide vaccines involves prolonged, DC‐focused antigen 
presentation. Eur J Immunol. 2008;38(4):1033–42.

 15. van Montfoort N, et al. Antigen storage compartments in mature 
dendritic cells facilitate prolonged cytotoxic T lymphocyte cross-priming 
capacity. Proc Natl Acad Sci. 2009;106(16):6730–5.

 16. Jhunjhunwala S, Hammer C, Delamarre L. Antigen presentation in cancer: 
insights into tumour immunogenicity and immune evasion. Nat Rev 
Cancer. 2021;21(5):298–312.

 17. Bijker MS, et al. CD8 + CTL priming by exact peptide epitopes in 
incomplete Freund’s adjuvant induces a vanishing CTL response, 
whereas long peptides induce sustained CTL reactivity. J Immunol. 
2007;179(8):5033–40.

 18. Hamley IW. Peptides for vaccine development. ACS Appl Bio Mater. 
2022;5(3):905–44.

https://doi.org/10.1186/s12935-023-03108-0
https://doi.org/10.1186/s12935-023-03108-0
https://doi.org/10.1016/j.semcancer.2018.08.006
https://doi.org/10.1016/j.semcancer.2018.08.006
https://doi.org/10.1172/jci.insight.86837


Page 13 of 13Bakhshi et al. Cancer Cell International          (2023) 23:270  

•
 
fast, convenient online submission

 •
  

thorough peer review by experienced researchers in your field

• 
 
rapid publication on acceptance

• 
 
support for research data, including large and complex data types

•
  

gold Open Access which fosters wider collaboration and increased citations 

 
maximum visibility for your research: over 100M website views per year •

  At BMC, research is always in progress.

Learn more biomedcentral.com/submissions

Ready to submit your researchReady to submit your research  ?  Choose BMC and benefit from: ?  Choose BMC and benefit from: 

 19. Phuphanich S, et al. Phase I trial of a multi-epitope-pulsed dendritic cell 
vaccine for patients with newly diagnosed glioblastoma. Cancer Immu-
nol Immunother. 2013;62:125–35.

 20. Nourizadeh M, et al. In vitro induction of potent tumor-specific cytotoxic 
T lymphocytes using TLR agonist-activated AML-DC. Target Oncol. 
2014;9:225–37.

 21. Shimizu T, et al. Low dose gemcitabine increases the cytotoxicity of 
human Vγ9Vδ2 T cells in Bladder cancer cells in vitro and in an orthotopic 
xenograft model. Oncoimmunology. 2018;7(5): e1424671.

 22. Alsalloum A, Shevchenko JA, Sennikov S. The Melanoma-Associated Anti-
gen Family A (MAGE-A): a promising target for cancer immunotherapy? 
Cancers. 2023;15(6): 1779.

 23. Brichard VG, Godechal Q. MAGE-A3-specific anticancer immunotherapy 
in the clinical practice. Oncoimmunology. 2013;2(10): e25995.

 24. Dasyam, N., Sharples, K.J., Barrow, C et al. A randomised controlled trial of 
long NY-ESO-1 peptide-pulsed autologous dendritic cells with or without 
alpha-galactosylceramide in high-risk melanoma. Cancer Immunol 
Immunother 2023;72:2267–82

 25. Patel SP, et al. Phase I/II trial of a long peptide vaccine (LPV7) plus toll-like 
receptor (TLR) agonists with or without incomplete Freund’s adjuvant 
(IFA) for resected high-risk melanoma. J Immunother Cancer. 2021. 
https:// doi. org/ 10. 1136/ jitc- 2021- 003220.

 26. Ott PA, et al. An immunogenic personal neoantigen vaccine for patients 
with melanoma. Nature. 2017;547(7662):217–21.

 27. Kumbhari A, Egelston CA, Lee PP, Kim PS. Mature dendritic cells may 
promote high-avidity tuning of vaccine T cell responses. Front Immunol. 
2020;11: 584680.

 28. Yang AX, et al. Molecular characterization of antigen-peptide pulsed den-
dritic cells: immature dendritic cells develop a distinct molecular profile 
when pulsed with antigen peptide. PLoS ONE. 2014;9(1): e86306.

 29. Soskic B, Sansom D. CD28 Costimulation and regulatory T cells. Encyclo-
pedia of cell biology, vol. 3. Elsevier Ltd; 2016.

 30. Lim TS, et al. CD80 and CD86 differentially regulate mechanical interac-
tions of T-cells with antigen-presenting dendritic cells and B-cells. PLoS 
ONE. 2012. https:// doi. org/ 10. 1371/ journ al. pone. 00451 85.

 31. Gu Y-z, Zhao X, Song X-r. Ex vivo pulsed dendritic cell vaccination against 
cancer. Acta Pharmacol Sin. 2020;41(7):959–69.

 32. Garris CS, et al. Successful anti-PD-1 cancer immunotherapy requires T 
cell-dendritic cell crosstalk involving the cytokines IFN-γ and IL-12. Immu-
nity. 2018;49(6):1148–61.

 33. Datsi A, Sorg RV. Dendritic cell vaccination of glioblastoma: road to suc-
cess or dead end. Front Immunol. 2021;12:4506.

 34. Mitsuya K, et al. Alpha-type-1 polarized dendritic cell-based vaccination 
in newly diagnosed high-grade glioma: a phase II clinical trial. Anticancer 
Res. 2020;40(11):6473–84.

 35. Rabu C, et al. Cancer vaccines: designing artificial synthetic long peptides 
to improve presentation of class I and class II T cell epitopes by dendritic 
cells. Oncoimmunology. 2019;8(4): e1560919.

 36. Yang F, et al. Validation of an IFN-gamma ELISpot assay to measure cel-
lular immune responses against viral antigens in non-human primates. 
Gene Ther. 2022;29(1–2):41–54.

 37. Klauer LK, et al. Interferon gamma secretion of adaptive and innate 
immune cells as a parameter to describe leukaemia-derived dendritic-
cell-mediated immune responses in acute myeloid leukaemia in vitro. 
Transfus Med Hemotherapy. 2022;49(1):44–61.

 38. Nelde A, Rammensee H-G, Walz JS. The peptide vaccine of the future. Mol 
Cell Proteomics. 2021. https:// doi. org/ 10. 1074/ mcp. R120. 002309.

 39. Morse MA, Gwin WR III, Mitchell DA. Vaccine therapies for cancer: then 
and now. Target Oncol. 2021;16(2):121–52.

 40. Yu J, et al. Research progress on dendritic cell vaccines in cancer immu-
notherapy. Exp Hematol Oncol. 2022;11(1):1–22.

Publisher’s Note
Springer Nature remains neutral with regard to jurisdictional claims in pub-
lished maps and institutional affiliations.

https://doi.org/10.1136/jitc-2021-003220
https://doi.org/10.1371/journal.pone.0045185
https://doi.org/10.1074/mcp.R120.002309

	Development of dendritic cell loaded MAGE-A2 long peptide; a potential target for tumor-specific T cell-mediated prostate cancer immunotherapy
	Abstract 
	Background 
	Methods 
	Results 
	Conclusions 

	Background
	Methods
	Patient characteristics and sample collection
	Design and synthesis of MAGE-A2- LP
	Generation of monocyte-derived dendritic cells
	Immunophenotyping characterization of DCs by flow cytometry
	T cell proliferation assay by mixed lymphocyte reaction
	MAGE-A2 expression in PC3 and LNCaP prostate cancer cell lines
	In vitro induction of antigen-specific CTLs
	In vitro cytotoxicity assay
	Cytokine detection by ELISA
	Transwell migration assay
	Cell invasion assay
	Statistical analysis

	Results
	Successful differentiation of immature and LP-loaded mature DCs from patients’ isolated monocytes
	LP-loaded matured DCs can effectively stimulate T cell responses
	MAGE-A2-LP pulsed DCs activated T cells cytotoxicity
	T cells cocultured with MAGE-A2 pulsed DCs produced IFN-γ
	Stimulated CTLs with LP-loaded matured DCs can effectively decreased migration and invasion of PCa cell lines

	Discussion
	Conclusions
	Anchor 29
	Acknowledgements
	References


