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Very small size proteoliposomes abrogate cross-
presentation of tumor antigens by myeloid-derived
suppressor cells and induce their differentiation to
dendritic cells
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Abstract

Background: Myeloid-derived suppressor cells (MDSCs) are among the major obstacles that adjuvants for cancer
vaccines have to overcome. These cells cross-present tumor-associated antigens (TAA) to naive T lymphocytes with
a tolerogenic outcome. Very Small Size Proteoliposomes (VSSP) is used as adjuvant by four therapeutic cancer
vaccines currently in Phase I and II clinical trials. We previously found that VSSP reduces the suppressive function of
MDSCs, then activating antigen-specific CTL responses in tumor-bearing (TB) mice, with the consequent reduction
of tumor growth. However the mechanistic explanation for the immunomodulatory effect of this adjuvant in TB
hosts has not been addressed before.

Methods: TB mice were inoculated with VSSP and MDSCs isolated and characterized by their expression of Arg1
and Nos2 genes by RT-PCR. The effect of VSSP on antigen cross-presentation by MDSCs, regulatory T cells (Tregs)
expansion and MDSCs differentiation towards dendritic cells (DCs) was analyzed by FACS. Student’s t test or ANOVA
and Tukey’s tests were used for statistical analyses.

Results: After inoculating VSSP into TB mice, a significant reduction of Arg1 and Nos2 gene expression was
observed in recovered MDSCs. Concurrently the ability of these cells to induce down-regulation of CD3ζ chain on
T cells was lost. Likewise in mice inoculated with the adjuvant lower percentages of Tregs were detected. In vitro,
VSSP treatment was enough to differentiate MDSCs into phenotypically mature DCs, eliminating the former
suppressive effect. Noteworthy, in vivo administration of VSSP to OVA-expressing (EG.7) TB mice abrogated this
model antigen cross-presentation by splenic MDSCs. Similar results were obtained even when OVA antigen was
administered into these TB mice formulated in VSSP. On the contrary, immunization with the same protein in polyI:
C did not change the percentage of MDSCs expressing SIINFEKL/H-2Kb complexes, whereas a concomitant injection
of VSSP aborted the limitations of polyI:C in this setting.

Conclusions: Altogether, these results indicate that VSSP has the peculiar capacity of inhibiting TAA cross-presentation
and certain suppressive mechanisms on MDSCs which in turn, combined with the ability to induce differentiation of
these cells into antigen-presenting cells (APCs), sustains this adjuvant as an ideal immunomodulator for cancer
immunotherapy.
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Background
The induction of an effective CTL activity is difficult
to achieve in the immunosuppressive environment of a
tumor. Tregs, MDSCs and tumor-associated macrophages
have been recognized as the main inhibitory populations
recruited by tumors with relevant contribution to the
dampening of antitumor immune response [1-3].
Particularly, MDSCs are a heterogeneous population of

myeloid origin, which express CD11b and Gr1 markers in
mice [4] but their phenotype in human cancers is ra-
ther diverse [5,6]. MDSCs-mediated suppression of CD8+

T cell [7-9] and NK cell [10,11] functions has been well
characterized. In contrast, the inhibition of CD4+ T cell
responses remained elusive until a recent work of Nagaraj
et al. in which the authors demonstrate that antigen-
specific CD4+ T cells are suppressed only by MCH II-
expressing MDSCs [12]. Although the mechanisms of
MDSCs-mediated suppression are quite diverse, there is a
general acceptance of the important role of L-arginine
metabolizing enzymes, arginase (ARG) and nitric oxide
synthase (NOS), with the Nox family of phagocytic oxi-
dases [4,13,14]. It has been shown that splenic MDSCs
can cross-present tumor antigens to CD8+ T cells, which
leads to tolerance induction [15]. Furthermore, the im-
munosuppressive network associated to cancer is rein-
forced by MDSCs that not only expand Tregs [16,17] but
can also differentiate into tumor-associated macrophages
within the tumor microenvironment [18,19].
Considering this complex scenario, antitumor immuno-

therapy requires not only of relevant antigens but also of
suitable immunomodulators to overcome tumor-induced
immunosuppression. Compounds like docetaxel, all-trans
retinoic acid and synthetic oligodeoxynucleotides con-
taining unmethylated CpG motifs (CpG ODN) accelerate
the differentiation of MDSCs into mature leukocytes
[20-23]. Moreover, some adjuvants are able to reduce the
inhibitory function of tumor-induced MDSCs [23-25].
Among these, we have previously reported the VSSP,
which is a nanoparticulated adjuvant obtained by the
combination of outer membrane vesicles from Neisseria
meningitidis (containing TLR2 and TLR4 agonists) and
GM3 ganglioside [26]. This adjuvant induces DCs matu-
ration and antigen cross-presentation to CD8+ T cells in
tumor-free mice [27,28]. More recently, we demonstrated
that VSSP protects CTL responses specific for the nomi-
nal antigen not only in TB mice but also in the context
of severe leukopenia [24,29]. Currently four therapeutic
cancer vaccines using this product as adjuvant are in
clinical research. Two of the formulations, based on the
epidermal growth factor receptor [30] and the vascular
endothelial growth factor [31] recombinant proteins, are in
Phase I clinical trials. Other two candidates, a human papi-
lloma virus peptide vaccine [32] and a gonadotropin relea-
sing hormone-based vaccine [33], have already finished
their safety and immunogenicity studies and are currently
being tested in Phase II trials in women with high-grade
cervical intraepithelial neoplasia and in prostate tumor pa-
tients, respectively [34]. Moreover, an ongoing physician-
lead trial in patients with metastatic renal cell carcinoma
intends to evaluate the effect of VSSP on MDSCs-media-
ted immunosuppression.
The aim of the present research was to assess the

influence of VSSP on the classical suppressive mecha-
nisms of MDSCs. A significant reduction in the expression
of Arg1 and Nos2 genes was observed as a consequence of
VSSP inoculation. This could be related with the observa-
tion that MDSCs from TB mice injected with the adjuvant
lost their ability to down-regulate CD3ζ chain on T cells.
Simultaneously, we detected a lower percentage of Tregs
in these mice as well as a higher expression of CD62L on
T lymphocytes. Of interest was the observation that VSSP
induced differentiation of MDSCs towards DCs expressing
maturation markers, but the most surprising result was
the inhibition caused by VSSP on cross-presentation of
TAA by splenic MDSCs. Our results suggest that VSSP
could be used during immunotherapy to modulate
MDSCs-mediated suppression of antitumor response, in-
cluding the expansion of Tregs.

Results
VSSP administration into TB mice potentiates CTL
responses and skews Th differentiation patterns
We have previously shown that VSSP administration into
MCA203 TB mice significantly reduces these tumors’
growth [24]. To understand the mechanisms associated
with the antitumor effect of VSSP, we began by studying
the effector T cell responses in these mice. MCA203 TB
mice displayed an impaired CTL response to OVA, formu-
lated with polyI:C as adjuvant, relative to vaccinated tumor-
free mice (Figure 1A and Additional file 1: Figure S1A).
Interestingly, when TB mice injected with OVA/polyI:C
additionally received three doses of VSSP alone, the de-
tected antigen-specific CTL response was significantly
higher than in TB mice non-treated with the adjuvant and
even superior than in tumor-free mice vaccinated with
OVA/polyI:C (Figure 1A and Additional file 1: Figure S1A).
Considering that VSSP is a Th1-prone adjuvant, we ex-

amined whether it was able to change the tumor-induced
polarization of TAA-specific Th cells (Additional file 1:
Figure S1B). Splenocytes from VSSP-treated or untreated
MCA203 TB mice were in vitro stimulated with bone mar-
row (BM)-derived DCs pulsed with tumor lysates, obtained
from MCA203 or 3LL-D122 (negative control) cell lines,
and the production of IFN-γ, IL-4 and IL-17 by CD4+

T cells was measured by intracellular staining. As shown in
Figure 1B, TAA-specific Th cells from non-treated TB mice
produced mainly IL-4 or IL-17, whereas in VSSP-treated
TB mice IL-4+ Th cells were undetectable. A significant



Figure 1 VSSP modulates Th differentiation and protects CTL responses in TB mice. Mice bearing MCA203 tumors were s.c. inoculated
with three doses of VSSP, or left untreated. (A) Mice were also vaccinated with OVA protein mixed with polyI:C and in vivo CTL response was
measured. Graph shows the specific lysis, as a percentage of the control (tumor-free mice). Data are represented as mean of three individual
mice ± SD. Two experiments with similar results were done. (B) Splenocytes from MCA203 TB mice, treated or not with VSSP, were stimulated
in vitro with BM-DCs, previously pulsed with tumor lysates obtained from MCA203 and 3LL-D122 tumor cell lines. Production of IL-4, IL-17 and
IFN-γ was detected by intracellular staining after 96 h stimulation. Graphs indicate the percentage of cells producing each cytokine, within the
CD4+ T cells gate, for six individual mice belonging to two different experiments. Statistical analyses were performed with ANOVA and Tukey’s
tests (A) or Kruskal-Wallis and Dunn’s tests (B).
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reduction in the production of IL-17 by Th cells was also
observed in VSSP-treated TB mice, associated with an in-
crease in IFN-γ/IL-17 double positive cells (Figure 1B).
Likewise, changes in the functionality of tumor-infiltra-

ting lymphocytes (TILs) derived from MCA203 TB mice,
Figure 2 Effector functions of TILs are improved as a consequence of
days 11, 12 and 18. On day 22, the s.c. tumors were extracted and TILs wer
for 72 h with the MCA203 tumor cell line, or MB16F10 negative control. IFN
(B) Non-specific stimulation of TILs with Con A mitogen was additionally p
assay. Graphs indicate the mean of the number of IFN-γ spots from one ex
nificant differences were detected with Student’s t test.
inoculated or not with VSSP, were evaluated. As shown in
Figure 2A, a higher frequency of IFN-γ secreting CD8+

TILs was detected in VSSP-treated TB mice after specific
in vitro stimulation with the MCA203 tumor cell line. As
expected, no CD8+ T cell response was observed under
VSSP inoculation. MCA203 TB mice were inoculated with VSSP on
e isolated. (A) Tumor-specific response of CD8+ TILs after stimulation
-γ production by 106 CD8+ TILs was evaluated with ELISPOT assay.
erformed and the IFN-γ production was also evaluated by ELISPOT
periment representative of two (T: tumor and V: VSSP). Statistically sig-
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stimulation with the non-related MB16F10 tumor cell line,
indicating that VSSP potentiated tumor-specific CD8+

T cell activation. In addition, VSSP reduced the functional
impairment caused by MCA203 tumor on TILs, as dem-
onstrated through the mitogenic stimulation with Con A
(Figure 2B). Overall, the interference with tumor-induced
suppression of CD4+ and CD8+ T cell responses, due to
VSSP administration, could be contributing to the antitu-
mor activity of this adjuvant in MCA203 TB mice.

Tumor-promoted recruitment of Tregs is impaired by
VSSP even in a context of increased numbers of MDSCs
It has been formerly demonstrated that MCA203 sarco-
mas induce the accumulation of suppressive MDSCs in
the spleen and tumor microenvironment [7,24]. Presently,
a corroboration of our previous results [24] demonstrating
that mice bearing MCA203 tumors injected with VSSP
(Additional file 1: Figure S1B) almost duplicate splenic
CD11b+Gr1+ cells, compared to untreated TB mice, was
achieved (data not shown). However, CD11b+Gr1+ cells
isolated from these VSSP-inoculated TB mice were pheno-
typically similar to those from VSSP-injected tumor-free
mice and different from untreated tumor-induced counter-
parts (Additional file 2: Figure S2A).
Looking at Tregs frequency, as expected from the litera-

ture, an increase of splenic CD4+CD25+ T cells expressing
Foxp3 was detected, from 8.75 ± 0.80% in tumor-free
Figure 3 VSSP inhibits tumor-mediated expansion of Tregs in mice w
were analyzed by FACS in VSSP-inoculated MCA203 TB mice, in comparison
inoculated with VSSP was also studied. Tregs percentages are referred to th
in two representative mice per group. (B) Data are expressed as mean ± SD
applied for statistical comparison. Data are representative of two experimen
control mice to 14.80 ± 1.17% in MCA203 TB mice
(Figure 3A and B), connecting with one of the proposed
mechanisms for MDSCs mediated-suppression (i.e. the
expansion of Tregs that reinforce the suppression of
tumor-specific responses) [16,17]. Remarkably, in VSSP-
treated TB mice, in which the percentages of CD11b+Gr1+

cells were higher than in untreated TB mice, we found a
significant reduction in the percentages of splenic Tregs
(Figure 3A and B). In fact, no difference in Tregs fre-
quencies was observed between TB mice inoculated with
VSSP and tumor-free control mice. Additionally, the
inoculation of VSSP in tumor-free mice did not modify
the normal percentages of Tregs (Figure 3B), suggesting
that this adjuvant does not have a direct effect on Tregs
in vivo.

Interference of VSSP with the classical suppressive
mechanisms of MDSCs
Our previous results indicate that VSSP administration
to MCA203 TB mice reduces the suppression exerted by
tumor-induced splenic MDSCs on CD8+ T cells specific
for TAA [24]. Similarly, IFN-γ release and lytic activity
of OVA-specific CD8+ T cells were significantly inhibited
by MDSCs isolated from MCA203 TB mice, whereas
CD11b+Gr1+ cells obtained from VSSP-treated counter-
parts were non suppressive (Additional file 2: Figure S2B
and C). To increase our understanding of the effect of
ith high percentages of MDSCs. Splenic CD4+CD25+Foxp3+ Tregs
to untreated TB mice or tumor-free mice. A group of tumor-free mice
e gate of CD4+ T cells. (A) Dot plot graphs show the staining of Tregs
of five individual mice per group. ANOVA and Tukey’s tests were
ts with similar results.
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VSSP on tumor-induced MDSCs, certain classical me-
chanisms associated with the suppressive function of these
cells were addressed following the schedule depicted in
Additional file 1: Figure S1B.
Among the negative effects of MDSCs on T lym-

phocytes, the down-regulation of both CD3ζ chain and
the homing molecule CD62L has been widely described
[35,36]. Thus, the expression of these molecules on T cells
from MCA203 TB mice, inoculated or nor with VSSP, was
determined. Notably, in vivo VSSP reduced the tumor-
Figure 4 (See legend on next page.)
induced down-regulation of CD3ζ chain on both CD4+

and CD8+ T cells (Figure 4A and B). Likewise, down-
regulation of CD62L on T cell populations was diminished
in TB mice treated with VSSP (Figure 4C). Considering in-
dividually normalized data related to the percentage of
MDSCs, again Tregs frequency was significantly lower in
MCA203 TB mice injected with VSSP than in untreated
TB mice (Figure 4D), reinforcing that VSSP could be re-
ducing the capacity of tumor-induced MDSCs to expand
Tregs.



(See figure on previous page.)
Figure 4 Suppressive mechanisms of MDSCs are dampened by VSSP. Mice were treated as described in Figure 2. FACS analyses of the
down-regulation of CD3ζ chain on CD8+ (A) and CD4+ (B) T cells, as well as CD62L on T cells (C), were performed in splenocytes from five
individual mice per group. Data were normalized by the percentage of MDSCs in each mouse. The reduction in Tregs frequency caused by VSSP
was further corroborated and resulted more obvious after the normalization procedure (D). Statistical comparisons between groups were done
with Student’s t test for CD62L expression and Tregs percentages, whereas Mann-Whitney’s U test was used to analyze down-regulation of
CD3ζ chain. (E-F) MDSCs immunomagnetically enriched from the spleens of VSSP-injected or untreated MCA203 TB mice were cultured at 20%
with splenocytes from OTI transgenic mice, in the presence of relevant peptide. Histograms show the expression of CD3ζ chain on CD8+ T cells
specifically stimulated with SIINFEKL peptide in the presence or absence of MDSCs. Further characterization of MDSCs isolated from each
experimental group was done by RT-PCR and the reduction of Arg1 (G) and Nos2 (H) gene expression is represented in bar graphs. Three
replicates of CD11b+Gr1+ cells isolated from pools of three mice per group were included in the RT-PCR analysis. (I) The capacity of MDSCs to
behave as APCs during Con A-stimulated IFN-γ production by CD8+ T cells was measured through ELISPOT assay. CD8+ T cells and CD11b+Gr1+

cells were isolated from TB mice, either treated or not with the adjuvant, and cocultured for 72 h in the presence of Con A mitogen. Graph
indicates the mean ± SD of the number of IFN-γ spots per 105 CD8+ T cells from one experiment representative of two (T: tumor and V: VSSP).
(G-I) The multiple comparisons of mean values were executed with ANOVA and Tukey’s tests.
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To perform a more accurate analysis of MDSCs capacity
to down-regulate CD3ζ chain on CD8+ T cells, OTI
splenocytes were stimulated with SIINFEKL peptide in the
presence of 20% MDSCs derived from different sources.
As shown in Figure 4E, MDSCs isolated from MCA203
TB mice effectively down-regulated CD3ζ chain on anti-
gen-specific CD8+ T cells (2.9 fold of reduction). In con-
trast, MDSCs derived from VSSP-inoculated TB mice
were not able to down-regulate this key molecule for TCR
signaling (Figure 4F). A further comparison by RT-PCR of
CD11b+Gr1+ cells isolated from MCA203 TB mice, either
inoculated or not with VSSP, evidenced a significant
reduction of Arg1 and Nos2 gene expression as a conse-
quence of VSSP treatment (Figure 4G and H). It has been
extensively validated that ARG1 and NOS2 enzymes are
key players for MDSCs suppressive capacity and, among
other effects, contribute to CD3ζ chain down-regulation
on T cells (revised in [14]).
Another feature of MDSCs is their impaired function as

APCs. Thus, we wonder whether the capacity of MDSCs
to behave as APCs could be enhanced by inoculating
VSSP into MCA203 TB mice. Con A is a well-known
mitogen that requires APCs to achieve an efficient activa-
tion of T cells [37]. Therefore, CD8+ T cells purified from
either VSSP-inoculated or untreated MCA203 TB mice
were stimulated with Con A in the presence of the cor-
responding MDSCs. MDSCs derived from untreated TB
mice failed to stimulate Con A-induced production of
IFN-γ by these effector cells, whereas MDSCs purified
from VSSP-inoculated TB mice significantly increased the
production of this cytokine by CD8+ T cells, regardless of
the origin of these lymphocytes (Figure 4I). These results
indicate that MDSCs from VSSP-treated TB mice could
be functionally more differentiated to mature APCs.

In vitro treatment of MDSCs with VSSP induces their
differentiation and loss of suppressive activity
Considering that in vivo administration of VSSP modi-
fies tumor-induced MDSCs to display APCs functions,
we hypothesized that probably the incubation of these
MDSCs with the adjuvant in vitro will induce their dif-
ferentiation to mature APCs. Based on our previous ex-
periments in which VSSP inoculation in vivo promoted
differentiation of adoptively transferred tumor-induced
MDSCs to DCs and not to macrophages [24], we fo-
cused our analysis particularly on differentiation towards
CD11c+ DCs in vitro. A more than 2 fold increase was
detected in both, percentage and mean fluorescence inten-
sity (MFI) of CD11c+ cells, within EL4-induced MDSCs
treated in vitro with VSSP (p = 0.001 and p = 0.002, re-
spectively) (Figure 5A and B). Furthermore, incubation
with VSSP also augmented the expression of CD40 and
CD86 molecules in these MDSCs, indicating a more
mature stage of the cells (Figure 5A and B). A higher MFI
associated to CD11b marker was seen additionally on
VSSP-treated MDSCs. Similar results were obtained
with MDSCs isolated from EG.7 and MCA203 TB mice
(Additional file 3: Figure S3). Looking at the modification
of the functional activity, we found that VSSP treatment
in vitro significantly reduced the suppression of T cell pro-
liferation mediated by MDSCs, isolated from these TB
mice (Figure 5C).
The next question to address was whether another

widely used adjuvant, polyI:C, has a VSSP-like effect on
MDSCs differentiation to DCs. VSSP caused a higher
increase than polyI:C in CD11b (3.18 vs 2.21 fold) and
CD11c (3.02 vs 2.06 fold) molecules on tumor-induced
MDSCs. Moreover, polyI:C did not significantly change
the expression of Gr1 (1.1 fold) and CD40 (0.75 fold)
whereas VSSP provoked near 2 fold increase in both
markers (Additional file 4: Figure S4A and B). Accor-
dingly, incubation of EL4-induced MDSCs with polyI:C
caused a reduction in the suppressive capacity of these
cells, but to a significantly lesser extent than VSSP
(Figure 5D).
To complete this study we tested the in vitro effect of

VSSP on BM-MDSCs. When VSSP was added during
differentiation of BM precursors with GM-CSF the



Figure 5 VSSP induces differentiation of tumor-promoted MDSCs towards DCs in vitro. Highly purified MDSCs from the spleen of EL4 TB
mice were incubated for 24 h with VSSP. (A-B) Expression of CD11c, CD11b, CD40 and CD86 was evaluated by FACS within the CD11b+Gr1+

gate. (C-D) Inhibition of T cell proliferation was assessed by the culture of 40% in vitro-treated MDSCs with splenocytes from naive mice in the
presence of Con A. (C) Effect of VSSP on the functional activity of MDSCs induced by EL4 and MCA203 tumors. (D) MDSCs from EL4 TB mice
were also cultured in vitro with polyI:C or LPS and their suppressive activity was compared with VSSP-treated MDSCs. ANOVA and Tukey’s tests
were employed for statistical comparison. These experiments were repeated three times with similar results.
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inhibitory function of the resulting MDSCs was not
changed (Figure 6A), although it promoted a phenotypic
modification of these cells (Additional file 5: Figure S5).
However, the treatment of already differentiated BM-
MDSCs with VSSP effectively abrogated their suppressive
activity (Figure 6B). Resembling the results obtained with
tumor-induced splenic MDSCs, BM-MDSCs incubated
with VSSP showed a higher expression of CD11c, CD11b,
Gr1 and CD40 than untreated control cells (Figure 6C).
Stimulation of BM-MDSCs with polyI:C caused a similar
modification than VSSP in the former markers, except for
CD40 which expression was not changed by polyI:C and
increased 2 fold with VSSP (Figure 6C). The suppression
of T cell proliferation by BM-MDSCs was also completely



Figure 6 Suppressive phenotype and function of BM-MDSCs are abolished after 24 h culture with VSSP. (A) BM precursors were cultured
with 40 ng/mL of GM-CSF for four days, in the presence or absence of VSSP. The capacity of these MDSCs (10% of the effector splenocytes) to
inhibit Con A-induced proliferation of T cells was next evaluated. (B-C) BM-MDSCs differentiated in vitro only with GM-CSF were treated with VSSP,
polyI:C or LPS for an additional 24 h. Afterward, the suppressive activity (B) and the phenotype within the CD11b+Gr1+ gate (C) were studied as
mentioned above. Statistical differences in bar graphs were detected with ANOVA and Tukey’s tests. Two repetitions of this experiment were
done with similar outcome.
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eliminated after the treatment with polyI:C, in contrast to
the mild effect it provoked on tumor-induced MDSCs
(Figure 6B).
Finally, since VSSP contains a TLR4 agonist, an ad-

ditional comparison with bacterial lipopolysaccharide
(LPS) was performed in these experimental settings. As
shown in Additional file 4: Figure S4A and C, LPS treat-
ment of tumor-induced MDSCs also caused a 2 fold
increase in the expression of CD11b, Gr1 and CD11c
molecules, similar to the effect of VSSP. However, LPS
was unable to up-regulate maturation markers like CD40
in these MDSCs (Additional file 4: Figure S4C) and, more
importantly, did not modify their suppressive activity
(Figure 5D). Additionally, the incubation of BM-MDSCs
with LPS did not significantly change the expression of
CD11c, CD11b, Gr1 and CD40 molecules (Figure 6C)
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and, consequently, these cells retained their capacity to
suppress the proliferation of T cells (Figure 6B). Taken
together, these results suggest that the effect of VSSP on
differentiation of MDSCs into DCs is not a common cha-
racteristic of any TLR4 agonist, but a particular property
of VSSP.

VSSP inhibits cross-presentation of TAA antigens by
splenic CD11b+Gr1+ cells
Accordingly to previous findings that splenic CD11b+Gr1+

cells can cross-present tumor-antigens and tolerize specific
CD8+ T lymphocytes [15], a similar experimental setting
was selected to analyze whether VSSP could hamper this
important process for tumor-induced immunosuppression
Figure 7 Cross-presentation of TAA by splenic MDSCs is abrogated in
injected with VSSP and cross-presentation of the OVA peptide SIINFEKL w
last dose of the adjuvant. (A) Histograms show the staining with the mAb
cells for one representative mouse per group. (B) Mean ± SD of the perce
(n = 9 to n = 15 individual mice per group belonging to three replicated e
protein mixed with VSSP or polyI:C. Another group of TB mice was inocula
mice were included as negative controls. Cross-presentation of OVA antig
independent experiments. Statistical analyses were performed with ANOV
(Additional file 1: Figure S1C). In fact, SIINFEKL peptide
presented in H-2Kb molecules was detected with a specific
Ab on splenic CD11b+Gr1+ cells from EG.7 TB mice
(Figure 7A, B and C). Remarkably, the treatment of
EG.7 TB mice with VSSP reduced to undetectable levels
the cross-presentation of OVA, as a model tumor antigen,
by splenic CD11b+Gr1+ cells, comparable to the values
obtained for MDSCs isolated from EL4 TB mice, a con-
trol tumor lacking OVA expression (Figure 7A and B).
Cross-presentation of OVA-derived SIINFEKL peptide
by MDSCs subpopulations in vivo was also further ana-
lyzed. As shown in Additional file 6: Figure S6, both
monocytic MDSCs (M-MDSCs, CD11b+Gr1lo) and poly-
morphonuclear MDSCs (PMN-MDSCs, CD11b+Gr1hi)
VSSP-inoculated TB mice. (A-B) EL4 and EG.7 TB mice were
as detected by FACS on splenic CD11b+Gr1+ cells, two days after the
specific for H-2Kb-SIINFEKL peptide complexes on gated CD11b+Gr1+

ntages of MDSCs expressing OVA peptide bound to MHC I molecule
xperiments). (C) Mice with EG.7 tumors were vaccinated with OVA
ted with VSSP and additionally received OVA/polyI:C vaccine. EL4 TB
en was analyzed as described above. These data are from two
A and Tukey’s tests.
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obtained from the spleen of EG.7 TB mice cross-pre-
sented OVA protein. Interestingly, VSSP treatment inhi-
bited cross-presentation of this TAA by both MDSCs
subpopulations (Additional file 6: Figure S6).
To analyze whether OVA cross-presentation by MDSCs

conducted to tolerance of specific CD8+ T cells, OTI CD8+

T cells were cocultured with CD11b+Gr1+ cells isolated
from EG.7 TB mice, inoculated or not with VSSP, in the
absence of exogenous peptide. As expected for the sup-
pressive function of MDSCs, CD11b+Gr1+ cells isolated
from untreated mice bearing EG.7 tumors, that cross-
presented OVA peptide in vivo, failed to activate antigen-
specific CD8+ T cells, measured by the up-regulation of
CD69 molecule (Figure 8A and B). Even though VSSP
interferes with the suppressive mechanisms of MDSCs, in
this experimental setting CD11b+Gr1+ cells obtained from
VSSP-treated EG.7 TB mice did not stimulate OTI lym-
phocytes (Figure 8A and B). This apparent contradiction
Figure 8 Tolerogenic MDSCs incubated with VSSP are conditioned to
isolated from EL4 and EG.7 TB mice, inoculated or not with VSSP, were trea
untreated (A and B). To assess the capacity of these cells to accomplish a
from OTI transgenic mice and cocultured at 1:1 ratio with MDSCs for 96 h.
SIINFEKL peptide were used as controls (D and E). Graphs show the perce
CD8+ T cells. ANOVA and Tukey’s tests were used for statistical comparison
were performed.
could be associated with the lack of specific peptide in
MHC I complexes from these MDSCs, which is required
to provide the “signal one” to CD8+ T cells. In fact, based
on earlier results indicating that VSSP induces cross-
presentation of OVA protein by DCs in vitro [27], we
tested whether a similar mechanism could be functioning
on MDSCs and this way we could supply the missing
“signal one”. As shown in Figure 8A and C, CD11b+Gr1+

cells isolated from VSSP-injected mice, either bearing EL4
or EG.7 tumors, were unable to cross-present directly
OVA protein in the presence of VSSP in vitro. These
results suggest that VSSP is not capable to potentiate
cross-presentation of OVA protein in vitro by MDSCs.
Only EG.7-induced MDSCs, that cross-presented tumor-
associated OVA peptide in vivo, achieved a moderate
cross-priming of specific CD8+ T cells after incubation
with OVA and VSSP in vitro (Figure 8A and C). Again the
incubation of tolerogenic MDSCs with VSSP transformed
cross-prime antigen-specific CD8+ T cells. CD11b+Gr1+ cells
ted in vitro with 10 μg/mL of both OVA and VSSP (A and C) or left
detectable cross-priming, antigen-specific CD8+ T cells were isolated
BM-DCs previously incubated with OVA, OVA and VSSP or pulsed with
ntage of CD69+ cells as a measure of the activation of antigen-specific
of the groups’ mean. Two experiments with similar results



Fernández et al. Journal for ImmunoTherapy of Cancer 2014, 2:5 Page 11 of 16
http://www.immunotherapyofcancer.org/content/2/1/5
these cells into APCs able to activate CD8+ T cells in an
antigen-specific fashion, probably due to the promotion of
a DCs-like phenotype with increased expression of co-
stimulatory molecules that was demonstrated earlier in
this work. As a positive control, BM-DCs induced a
potent activation of CD8+ T cells as a consequence of
in vitro culture with OVA and VSSP (Figure 8D and E).
Another relevant issue to address was whether adminis-

tration of an OVA-containing vaccine could increase
cross-presentation of this TAA by MDSCs and tolerize ra-
ther than activate tumor-specific CTLs (Additional file 1:
Figure S1D-F). Vaccination with OVA adjuvated in VSSP
inhibited cross-presentation of this antigen by MDSCs in
EG.7 TB mice, whereas immunization with the same pro-
tein in polyI:C did not change the percentage of MDSCs
expressing SIINFEKL peptide (Figure 7C). Noteworthy,
concomitant VSSP administration also significantly in-
hibited cross-presentation of OVA antigen in EG.7 TB
mice vaccinated with this protein adjuvated in polyI:C
(Figure 7C). These results suggest that VSSP could be
used to abrogate cross-presentation of TAA by MDSCs as
a vaccine adjuvant or even employed as an immunomodu-
lator together with other vaccines.

Discussion
There is growing evidence in the literature indicating that
the selection of a suitable adjuvant for cancer vaccines
should pursue beyond the classical characteristics of an ad-
juvant for preventive vaccination. Thus, the additional
property to overcome tumor-induced immunosuppression
is of particular relevance. We have previously shown that a
vaccine containing VSSP protects CTL responses in TB
mice whereas DCs vaccination and polyI:C-based vaccine
both generate reduced CTL responses in comparison to
tumor-free mice [24]. In this work we evidenced that VSSP
is also able to potentiate CTL responses induced by other
vaccine in the immunosuppressive environment promoted
by a tumor. As MDSCs play a key role on tumor-induced
immunosuppression [14,38], the effect of this adjuvant on
the suppressive mechanisms of MDSCs was evaluated.
First we demonstrated that VSSP injection in MCA203 TB
mice impairs the up-regulation of Arg1 and Nos2 gene ex-
pression observed in control MDSCs from untreated TB
mice. Both, the depletion of L-arginine through ARG1 [39]
and the production of peroxynitrite and hydrogen pero-
xide through the coordinated action of NOS2, ARG1 and
NADPH Oxidase [14,40] could cause the down-regulation
of CD3ζ chain. Accordingly, MDSCs from VSSP-treated
TB mice were unable to down-regulate CD3ζ chain on
antigen-specific CD8+ T cells in vitro. Moreover, splenic
CD4+ and CD8+ T cells displayed higher expression of
CD3ζ chain in vivo, as well as CD62L, in TB mice treated
with VSSP, suggesting a smaller degree of impairment of
their activation and functional activity.
Tregs play an important role also in tumor-induced im-
munosuppression and it has been described that MDSCs
can further increase this regulatory population [16,17].
Our results indicate that expansion of CD11b+Gr1+ cells
in TB mice, as caused by VSSP, is not necessarily con-
nected to the augment of Tregs. In fact, VSSP administra-
tion reduced the population of splenic Tregs to levels
observed in tumor-free mice, even though the percentage
of MDSCs was 2 fold higher in comparison to untreated
TB mice. In contrast, the inoculation of tumor-free mice
with VSSP did not change the percentage of Tregs, indi-
cating that there is not a direct effect of the adjuvant on
these cells. These results strongly suggest that MDSCs
from VSSP-treated TB mice possess a decreased capacity
to expand Tregs, which could be linked among other fac-
tors to their lower expression of ARG1, enzyme that
seems to be required for this process [17].
Several approaches for the pharmacological targeting of

MDSCs have been studied in pre-clinical and clinical set-
tings [14]. However, to our knowledge only docetaxel [20],
paclitaxel [41] and all-trans retinoic acid [21,22] are able
to induce their differentiation to mature myeloid cells.
This is in our opinion the most desirable choice of inter-
ference with MDSCs function due to the concomitant in-
crease in the number of APCs. In this work we showed
that in vitro VSSP treatment of both tumor-induced
MDSCs and BM-MDSCs was sufficient to increase not
only CD11c marker, typically associated with DCs, but
also the co-stimulatory molecules CD40 and CD86. Fur-
thermore these MDSCs lost their suppressive activity after
incubation with the adjuvant. This in vitro effect of VSSP
connects with the capacity of splenic MDSCs, isolated
from TB mice inoculated with the adjuvant, to potentiate
the Con A-mediated stimulation of IFN-γ production by
tumor-conditioned CD8+ T cells. The optimal stimulation
of T cells caused by Con A requires APCs due to indirect
cross-linking of the TCR [37].
Previous work by Shirota et al. established that CpG

ODN, a TLR9 ligand, induces differentiation of CT26
tumor-induced MDSCs into F4/80+ macrophages, which
display M1 phenotype and possess a significant cytotoxic
activity against CT26 tumor cells [23]. In contrast, incu-
bation of BM-MDSCs with the combination of the TLR4
agonist LPS and IFN-γ increases NO production, poten-
tiates the suppressive activity of MDSCs and impairs
DCs development from this immature population [42].
For polyI:C, which triggers TLR3 signaling, the effect is
less clear. Zoglmeier et al. have shown that this adjuvant
only provokes the conversion of tumor-induced MDSCs
into macrophages in the presence of IFN-α produced by
plasmacytoid DCs [43]. In this work we found that
polyI:C also increased the percentage of CD11c+ cells on
tumor-induced MDSCs and BM-MDSCs, but to a lesser
extent than VSSP. Noteworthy, polyI:C was unable to
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up-regulate the maturation markers on both kinds
of MDSCs whereas VSSP significantly increased it. In
agreement with Greifenberg et al. [42], LPS was in-
capable to drive a complete differentiation of MDSCs to
mature APCs in our experiments, and CD11b+Gr1+ cells
retained their suppressive function. It is currently ac-
cepted that MDSCs require a first signal inducing their
expansion and a second signal (like TLR signaling) to
fully activate their suppressive mechanisms [44]. All this
emerging evidence of the effect of different TLR ligands
on the suppressive function and differentiation status of
MDSCs reveals their complex interaction, even though
the signaling pathways for TLRs are quite limited.
It has been demonstrated that the spleen is a key organ

for tumor-induced tolerance, in which MDSCs cross-
present TAA to antigen-specific CD8+ T cells in a tolero-
genic fashion [15]. We showed in this work that VSSP was
capable to abrogate cross-presentation of tumor antigens
by splenic MDSCs, whereas polyI:C was unable to modify
this process, indicating a particular characteristic of VSSP.
Furthermore, concomitant administration of VSSP reduced
cross-presentation of a model TAA by splenic MDSCs
derived from TB mice vaccinated with this antigen adju-
vated in polyI:C. To our knowledge this is the first report
of the capacity of an immunomodulator to hamper this
important mechanism for the tolerization of tumor-specific
T cells. The mechanisms leading to antigen cross-presenta-
tion by MDSCs are poorly understood. Our results demon-
strated that VSSP inhibits TAA cross-presentation by the
two main subpopulations of MDSCs, which suggests an ef-
fect of the adjuvant on the mechanism of antigen cross-
presentation itself, and cannot be explain solely by the shift
in the relative amount of M-MDSCs and PMN-MDSCs. In
addition, our previous work indicates that VSSP adminis-
tration significantly reduce the migration of MDSCs to-
wards the tumor site [24], which may help to explain the
inhibition of TAA capture and processing by these cells.
Nonetheless, there are other pathways employed by splenic
MDSCs to capture tumor antigens that should be ad-
dressed in VSSP-treated mice. Amongst these pathways, a
partial involvement of the uptake of tumor exosomes on
TAA cross-presentation has been demonstrated [15,45].
The results of this study also suggest that, in contrast to
DCs, MDSCs are unable to directly cross-present protein
antigens in the presence of VSSP in vitro, an otherwise effi-
cient stimulus for DCs-mediated cross-priming of CD8+

T cells.
The modulation caused by VSSP on several mechanisms

associated with tumor-induced immunosuppression, me-
diated by MDSCs and Tregs, could ultimately contribute
to the observed potentiation of tumor-specific CTL re-
sponses within the tumor site. In line with these results, it
has been reported that MDSCs within the tumor micro-
environment are also more differentiated to mature APCs
in TB mice treated with VSSP [24]. These evidences
suggest that, in VSSP-treated mice, the tumor microen-
vironment is more permissive to the antitumor effector
functions of TILs. In fact, VSSP-based vaccines inhibit
tumor growth in MCA203 and EG.7 TB mice [24].

Conclusions
The present work was designed to investigate the immu-
nomodulatory mechanisms of VSSP in TB hosts. In fact,
VSSP treatment not only prevented up-regulation of Arg1
and Nos2 on tumor-induced MDSCs but also reduced
MDSCs-mediated down-regulation of CD3ζ chain on
antigen-specific CD8+ T cells. More importantly, VSSP
abrogated TAA cross-presentation by MDSCs and in-
duced their differentiation on mature DCs. Furthermore,
TB mice treated with VSSP showed lower percentages of
Tregs and more efficient CTL responses. Altogether these
results validate the use of VSSP as immunomodulator,
either as a cancer vaccine adjuvant or in combination
strategies with other immunotherapies.

Methods
Mice
C57BL/6 mice (8 to 12-week-old) were purchased from the
Center for Laboratory Animal Production (CENPALAB,
Havana, Cuba) and OTI TCR transgenic mice were ob-
tained from Charles River Laboratories (Wilmington, MA).
All mice were maintained in the animal house of the
Center of Molecular Immunology (CIM, Havana, Cuba).
The experiments were performed in accordance with in-
stitutional guidelines from the CIM animal care and use
committee.

Reagents and cell lines
VSSP was prepared at CIM by hydrophobic conjugation
of the GM3 ganglioside with outer membrane vesicles
from Neisseria meningitidis strain 385 (Finlay Institute,
Havana, Cuba), as described elsewhere [26]. Chicken OVA
grade VII, Con A from Canavalia ensiformes, LPS from
Escherichia coli, PMA, Ionomycin from Streptomyces con-
globatus and polyI:C were purchased from Sigma-Aldrich
(Saint Louis, MO). OVA257-264 peptide (SIINFEKL) was
synthetized at the Center for Genetic Engineering and
Biotechnology (CIGB, Havana, Cuba) and CFSE was ob-
tained from Invitrogen (Paisley, UK). Recombinant murine
GM-CSF was purchased from PeproTech (NJ, USA). EL4
and EG.7 (EL4 cell line transfected with the gene encoding
for OVA) lymphomas, and MCA203 sarcoma are derived
from C57BL/6 mice (H-2b) and were kindly provided by
Dr. Vincenzo Bronte. The metastatic clone of Lewis lung
carcinoma cell line (3LL-D122) also syngeneic for C57BL/
6 strain was obtained from the American Type Culture
Collection (ATCC, Manassas, VA).
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FACS analysis
Cells were stained with specific antibodies or control
isotypes using conventional protocols. The following
anti-mouse antibodies were used for FACS analysis of
MDSCs: CD11b/PECy5, Gr1/PE, Gr1/APC, CD62L/
FITC, F4/80/FITC, CD11c/PE, and MHC CI OVA pep-
tide/Biotin from eBiosciences (San Diego, CA); as well
as CD124/PE, CD40/FITC, CD86/FITC, IA-IE/FITC,
Ly6C/FITC and Ly6G/PE that were purchased from BD
Biosciences (San Jose, CA). Lymphocytes characteri-
zation was performed with the next specific antibodies:
CD8/PE and CD8/Biotin, CD69/PECy5, CD62L/FITC,
CD247/PE, CD4/PE, CD4/PECy5, CD25/PECy5, Foxp3/
Biotin, IFN-γ/FITC, IL-4/PE and IL-17/PE, all from
eBiosciences. FITC-conjugated Streptavidin was pur-
chased also from eBiosciences. In all cases, cells were
previously incubated with anti-mouse FcγR 2.4G2 asci-
tes (HB-197; ATCC) to reduce the non-specific binding.
For intracellular staining, cells were fixed and perme-
abilized, according to the manufacturer’s protocol, with
either Foxp3 Staining Buffer Set or IC Fixation and 10X
Permeabilization Buffers from eBiosciences. Cells were
acquired using both FACScan (BD Biosciences) and
Gallios (Beckman Coulter, Miami, FL) flow cytometers
and analyzed with Kaluza 1.2 (Beckman Coulter) and
FlowJo 5.7.2 (Tree Star Inc., USA) softwares.
Generation of BM-derived MDSCs and DCs
BM cells were harvested from femurs and tibias of
C57BL/6 mice. For DCs preparation, the cells were cul-
tured for 6 days with 20 ng/mL of GM-CSF as described
elsewhere [46]. BM-MDSCs were obtained in Petri
dishes after a 4 days incubation of 2.5×105 BM cells
with 40 ng/mL of GM-CSF. Additionally, VSSP was
added during MDSCs differentiation at a concentration
of 10 μg/mL.
Immunization protocols
To evaluate the immunomodulatory properties of VSSP,
C57BL/6 mice were s.c. challenged on day 0 with 1×106

cells of MCA203, EL4 or EG.7 tumor lines. VSSP
(200 μg/mice) was next administered on days 11, 12
and 18 to MCA203 TB mice. Likewise, mice with EL4
and EG.7 tumors were inoculated on days 4, 5 and 11
with the adjuvant. In some experiments mice received a
vaccine containing OVA protein (1 mg/mice) mixed
with either VSSP or polyI:C (100 μg/mice). PolyI:C was
given on days 13, 14 and 15 for MCA203 tumor model
and 4, 5 and 6 in EG.7 TB mice. All experiments were
performed on days 22 and 13 for MCA203 and EL4 (or
EG.7) tumor models, respectively. Immunization proto-
cols were summarized and depicted in Additional file 1:
Figure S1.
Modulation of Th differentiation and CTL responses
by VSSP
The analysis of tumor-specific Th responses was per-
formed by 96 h stimulation of 4×105 splenocytes, from
VSSP-treated or untreated MCA203 TB mice, with 2×104

BM-DCs. These BM-DCs were previously pulsed with
tumor lysates obtained from 10×106 cells of MCA203 and
3LL-D122 tumor lines. On the last 10 h, PMA (50 ng/mL)
and Ionomycin (500 ng/mL) were added to the culture,
together with the Golgi blocking reagent Monensin (as
recommended by the manufacturer, eBiosciences). IFN-γ,
IL-17 and IL-4 were measured by intracellular staining as
describe above.
To evaluate the in vivo antigen-specific CTL response in

vaccinated TB mice, splenocytes from naive mice were dif-
ferentially labeled (5 min at 37°C) with CFSE. The cells
stained with CFSEhigh (5 μM) were used as targets and
pulsed with SIINFEKL peptide (1 μM; 90 min at 37°C and
5% CO2), whereas the cells labeled with CFSElow

(0.33 μM) were kept unpulsed and served as internal con-
trol. After extensive washing to remove free peptide, tar-
get and control cells were mixed at 1:1 proportion and
coinjected i.v. into vaccinated mice. Sixteen hours later, in-
guinal draining lymph nodes were harvested and the total
events corresponding to both fluorescent intensities
(CFSElow and CFSEhigh) were determined by FACS. The
percentage of specific lysis was calculated as: 100 −
[(CFSEhigh/CFSElow) × 100].

MDSCs isolation and in vitro differentiation to APCs
Spleens from TB mice, treated or not with VSSP, were har-
vested and single-cell suspensions prepared. MDSCs were
isolated using magnetic microbeads conjugated with rat
anti-mouse/human CD11b mAb (Miltenyi Biotec, Bergisch
Gladbach, Germany), following the manufacturer’s instruc-
tions. Purity of the cell population was evaluated by FACS
and exceeded 95%. More than 96% of isolated CD11b+

cells expressed Gr1 marker, which excluded any relevant
contamination with conventional DCs or macrophages
(data not shown).
To assess differentiation of MDSCs into APCs, 1×106

splenic CD11b+Gr1+ cells or BM-MDSCs were cultured
for 24 h in 6 well plates (BD Falcon, Oxford, UK) with
VSSP (10 μg/mL), polyI:C (30 μg/mL), LPS (1 μg/mL),
or left untreated. Molecules associated with DCs lineage,
as well as markers of mature APCs, were detected by
FACS within the CD11b+Gr1+ gate. Suppressive capacity
of these cells was compared as indicated below.

In vitro MDSCs-mediated suppression assay
Splenocytes (6×105) from naive mice were stained with
2 μM of CFSE and cocultured with splenic CD11b+Gr1+

cells or BM-MDSCs, at different effector to suppressor
ratios, in 96-well flat bottom plates (BD Falcon). T cells
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were stimulated by the addition of 2 μg/mL of Con A.
Proliferation was measured by CFSE dilution after 96 h
of culture.

Down-regulation of CD3ζ chain by MDSCs
The down-regulation of CD3ζ chain caused by MDSCs
was analyzed by culturing 6×105 splenocytes from OTI
transgenic mice with 1.2×105 MDSCs, isolated from
VSSP-treated or untreated MCA203 TB mice, in 96-well
flat bottom plates (BD Falcon). OTI CD8+ cells were sti-
mulated with 1 μM of SIINFEKL peptide for 72 h. The ex-
pression of CD3ζ chain on these CD8+ cells was analyzed
by intracellular staining using the anti-mouse CD247/PE
antibody. In addition, the down-regulation of CD3ζ and
CD62L on splenic T cells was detected in vivo in mice
with MCA203 tumors, treated or not with VSSP. The per-
centage of MFI reduction for CD3ζ and CD62L molecules
was calculated as indicated in the formula: (MFIPBS–
MFIMCA203 or MCA203 + VSSP)/MFIPBS * 100. Afterward these
data were normalized by the percentage of MDSCs in each
mouse, in order to study the in vivo function of MDSCs at
equivalent amounts.

Real-time PCR
Total RNA extraction and real-time analysis were per-
formed as previously described [24]. Data analyses were
done with SDS 2.3 software.

Restoration of MDSCs as functional APCs
The activity of MDSCs as functional APCs was evaluated
through their capacity to potentiate Con A-induced
stimulation of CD8+ T cells. IFN-γ secretion was mea-
sured in a classical ELISPOT assay in which cellulose-
ester membrane microplates (Millipore, Milan, Italy) were
coated with R4-6A2 mAb (BD Biosciences). Both CD8+

cells and MDSCs were positively selected from the spleens
of TB mice using magnetic microbeads (Miltenyi Biotec)
and following the manufacturer’s instructions. Purified
CD8+ T cells (5×104) were next stimulated for 72 h with
2 μg/mL of Con A in the presence of 2×104 CD11b+Gr1+

cells. Plates were washed extensively, and spots were
visualized with biotin-conjugated mAb XMG1.2 (BD
Biosciences), alkaline phosphatase-conjugated goat anti-
biotin antibody (Vector Laboratories, Peterborough, U.K.)
and AP Substrate Kit (Bio-Rad Laboratories, Hempstead,
U.K.). The number of spots was counted in triplicate and
calculated using an automatic ELISPOTcounter (ELISPOT
Reader System ELRIFL04; AID, Straßberg, Germany).

Functional analysis of TILs
MCA203 tumors from untreated or VSSP-inoculated mice
were extracted on day 22 and TILs were isolated with
microbeads conjugated with either anti-CD90 or anti-CD8
mAbs. To evaluate the tumor-specific response of CD8+
TILs, isolated CD8+ T cells (5×104) were stimulated for
72 h with 1×105 MCA203 cells, or MB16F10 negative
control, both previously treated with IFN-α to increase
MHC I expression. Non-specific stimulation of TILs with
2 μg/mL of Con A mitogen was additionally performed
during 72 h. IFN-γ production was detected by ELISPOT
assay as described above.

Cross-presentation of TAA by MDSCs
Mice bearing EG.7 tumors inoculated with VSSP alone,
and either OVA/VSSP or OVA/polyI:C vaccines, were
euthanized and splenocytes stained with mAbs specific
for CD11b, Gr1 and SIINFEKL peptide bound to H-2Kb.
Splenocytes from EL4 TB mice served as negative con-
trols for the expression of OVA antigen.
For assessing the capacity of splenic MDSCs to achieve

an effective cross-priming, antigen-specific CD8+ T cells
were isolated from OTI transgenic mice by negative selec-
tion using CD8a+ T Cell Isolation Kit II (Miltenyi Biotec)
and used as effector cells. Splenic MDSCs isolated from
EG.7 and EL4 TB mice, inoculated or not with VSSP, were
cultured at 1×106 cells per well with 10 μg/mL of both
OVA and VSSP for 24 h, or left untreated. Afterward,
MDSCs were washed and cocultured at 1:1 ratio with
1×105 OTI CD8+ cells for 96 h in 96-well flat bottom plates
(BD Falcon). BM-DCs previously incubated with OVA,
OVA and VSSP or pulsed with SIINFEKL peptide were
used as controls. As a measure of CD8+ T cell activation,
the expression of CD69 molecule was detected by FACS.

Statistics
Equality of variances was analyzed with Bartlett’s test and
Kolmogorov-Smirnov test was used to verify normal distri-
bution of data. Comparisons of CD62L expression on T
cells, IFN-γ secretion from TILs and changes in CD11c
molecule on MDSCs in vitro were performed with Student’s
t test (2-tailed), whereas the data regarding the down-
regulation of CD3ζ chain in vivo was analyzed with
Mann-Whitney’s U test. Statistical significance in the
comparison of Th differentiation was tested by Kruskal-
Wallis and Dunn’s non-parametric tests. All other statis-
tical analyses were performed with one-way ANOVA and
Tukey’s test for pairwise comparison, using SPSS 16.0 soft-
ware (SPSS, Chicago, IL). The statistically significant dif-
ferences (p < 0.05) between more than two groups were
always represented within the graphs by diverse letters.

Additional files

Additional file 1: Figure S1. Schematic representation of the treatment
protocols to evaluate the immunomodulatory properties of VSSP.
MCA203 tumors were implanted s.c. in the flank of C57BL/6 mice, on day
0, and a group of TB mice additionally received three doses of VSSP on
days 11, 12 and 18. (A) To evaluate in vivo CTL responses potentiated by

http://www.biomedcentral.com/content/supplementary/2051-1426-2-5-S1.tiff
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VSSP, MCA203 TB mice inoculated with VSSP were further vaccinated
with OVA adjuvated in polyI:C on days 13, 14 and 15. (B) Spleens from
MCA203 TB mice, treated or not with VSSP, were harvested on day 22
and the percentage, inhibitory function and characterization of MDSCs
suppressive mechanisms were addressed. This protocol was used likewise
to determine percentages of Tregs, as well as CD3ζ chain and CD62L
expression on T lymphocytes. Splenocytes from these mice were also
tested to study the modulation caused by VSSP on tumor-induced
polarization of Th cells specific for TAA. (C-F) C57BL/6 mice were s.c.
challenged with EL4 or EG.7 tumor cells on day 0. (C) EG.7 TB mice, as
well as control mice with EL4 tumors, were inoculated on days 4, 5 and
11 with VSSP, to measure on day 13 the effect of the adjuvant on
cross-presentation of TAA by splenic MDSCs. (D-E) To assess whether
administration of an OVA-containing vaccine could change cross-presentation
of this TAA by MDSCs, EG.7 TB mice were immunized with OVA protein mixed
with either VSSP (D) or polyI:C (E). VSSP-containing vaccine was
administered on days 4, 5 and 11 (D) whereas the vaccine employing polyI:C
was inoculated on days 4, 5 and 6 (E). (F) Another group of EG.7 TB mice was
vaccinated with OVA adjuvated in polyI:C on days 4, 5 and 6 and additionally
received three doses of VSSP (days 4, 5 and 11). On day 13, the modulatory
effect of VSSP on cross-presentation of this TAA (OVA) by splenic MDSCs was
evaluated on vaccinated EG.7 TB mice.

Additional file 2: Figure S2. Effect of VSSP treatment on the
phenotype and suppressive activity of MCA203-induced splenic MDSCs.
MCA203 tumors were s.c. grown in C57BL/6 mice and both tumor-free
and TB mice were inoculated three times with VSSP. Another group of
animals with tumors remained untreated. (A) CD11b+Gr1+ cells were
enriched from pools of spleens by magnetic microbeads and stained
with the indicated antibodies. From top to bottom panel: FACS profile of
MDSCs from VSSP-treated tumor-free mice, MCA203 TB mice, and mice
with MCA203 tumors inoculated with VSSP. (B) To evaluate the inhibition
of CD8+ T cell responses, 20% MDSCs were incubated for 72 h with
4×105 SIINFEKL-pulsed splenocytes isolated from tumor-free mice
previously inoculated with OVA mixed with polyI:C. The IFN-γ production
was detected by a classical ELISPOT assay and the number of IFN-γ spots
per 105 CD8+ T cells is indicated in the graph. (C) 2×104 effector
splenocytes were cocultured with 1×105 SIINFEKL-pulsed EL4 target cells
or non-pulsed controls, in the presence of 20% MDSCs. Target cells were
pre-treated with 25 μg/mL of Mitomycin C to avoid proliferation. After
92 h of culture, supernatans were recovered and the release of lactate
de-hydrogenase (LDH) measured as recommended by the manufacturer
(Roche Diagnostics, Indianapolis, IN). Mean percentage of specific lysis
from triplicate wells was determined by the formula: % cytotoxicity =
[(experimental − spontaneous LDH release)/(maximum − spontaneous LDH
release)] × 100. (B-C) Statistically significant differences were detected with
ANOVA and Tukey’s tests. These results are representative of at least two
experiments.

Additional file 3: Figure S3. Differentiation of MDSCs isolated from
different TB mice due to incubation with VSSP in vitro. CD11b+Gr1+ cells
isolated from the spleen of MCA203 (A) and EG.7 (B) TB mice were
cultured with 10 μg/mL VSSP for 24 h, or left untreated. Histograms show
the expression of the molecules CD11c, CD11b, CD40 and CD86 detected
by FACS within the gate of CD11b+Gr1+ cells. Two repetitions of this
experiment were done with similar outcome.

Additional file 4: Figure S4. Comparative effect of VSSP, polyI:C and
LPS on differentiation of EL4-induced MDSCs towards DCs in vitro.
(A) VSSP (10 μg/mL), (B) polyI:C (30 μg/mL) and (C) LPS (1 μg/mL) were
added in vitro to EL4-induced MDSCs for 24 h. Afterwards, cells were
washed and stained with anti-mouse Abs specific for CD11c, CD11b, Gr1
and CD40 markers. Untreated tumor-induced MDSCs were included as
control of immature population. Histograms are referred to the gate of
CD11b+Gr1+ cells. The results shown in this figure are representative of
two similar experiments.

Additional file 5: Figure S5. Phenotypic characterization of MDSCs
generated in vitro from BM precursors, in the presence or absence of
VSSP. BM-precursors were cultured during 4 days with 40 ng/mL of
GM-CSF. VSSP (10 μg/mL) was added through the complete time of
culture, together with GM-CSF. The pseudocolor graphs show the
staining with CD11b, Gr1, F4/80, Ly6G and IL-4Rα on MDSCs generated
by both culture conditions. This experiment was done twice and compar-
able effect was observed.

Additional file 6: Figure S6. Effect of VSSP on cross-presentation of
TAA by PMN-MDSCs and M-MDSCs. Mice bearing EL4 or EG.7 tumors
were injected with VSSP and cross-presentation of the OVA peptide
SIINFEKL was detected, two days after the last VSSP injection, on splenic
PMN-MDSCs (CD11b+Gr1hi) and M-MDSCs (CD11b+Gr1lo). (A) Gaiting
strategy followed to design MDSCs subpopulations is shown for one
representative mouse per group. Typical histograms corresponding to the
staining with the mAb specific for MHC I-SIINFEKL complexes on each MDSCs
subpopulation are also depicted. (B-C) Mean ± SD of the percentage of
PMN-MDSCs (B) and M-MDSCs (C) expressing OVA peptide bound to MHC I
molecules (n = 9 mice per group belonging to two different experiments).
Diverse letters indicate statistically significant differences by ANOVA and
Tukey’s tests.

Abbreviations
MDSCs: Myeloid-derived suppressor cells; M-MDSCs: Monocytic MDSCs; PMN-
MDSCs: Polymorphonuclear MDSCs; TAA: Tumor-associated antigens;
TILs: Tumor-infiltrating lymphocytes; VSSP: Very small size proteoliposomes;
TB: Tumor-bearing; ARG: Arginase; NOS: Nitric oxide synthase.

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

Authors’ contributions
Conceived and designed the experiments: AF, LEF and CM. Performed the
experiments: AF, LO, RA, AH and JR. Analyzed the data: AF, LO and CM.
Wrote the paper: AF, LEF and CM. All authors read and approved the final
manuscript.

Acknowledgements
We are grateful to Marilyn Clavell, Justo Viera and Armando López for
excellent technical assistance. We also thank Amaury Pupo for his help with
figures assembling. This work was supported by the Center of Molecular
Immunology.

Author details
1Immunobiology Division, Center of Molecular Immunology, 216 St and 15th
Ave., Atabey, Playa, P.O. Box 16040, Havana 11600, Cuba. 2Systems Biology
Division, Center of Molecular Immunology, 216 St and 15th Ave., Atabey,
Playa, P.O. Box 16040, Havana 11600, Cuba. 3Innovation Division, Center of
Molecular Immunology, 216 St and 15th Ave., Atabey, Playa, P.O. Box 16040,
Havana 11600, Cuba.

Received: 20 October 2013 Accepted: 4 March 2014
Published: 11 March 2014

References
1. Sica A, Bronte V: Altered macrophage differentiation and immune

dysfunction in tumor development. J Clin Invest 2007, 117:1155–1166.
2. Sinha P, Clements VK, Bunt SK, Albelda SM, Ostrand-Rosenberg S: Cross-talk

between myeloid-derived suppressor cells and macrophages subverts
tumor immunity toward a type 2 response. J Immunol 2007, 179:977–983.

3. Zou W: Regulatory T cells, tumour immunity and immunotherapy.
Nat Rev Immunol 2006, 6:295–307.

4. Gabrilovich DI, Nagaraj S: Myeloid-derived suppressor cells as regulators
of the immune system. Nat Rev Immunol 2009, 9:162–174.

5. Greten TF, Manns MP, Korangy F: Myeloid derived suppressor cells in
human diseases. Int Immunopharmacol 2011, 11:802–807.

6. Peranzoni E, Zilio S, Marigo I, Dolcetti L, Zanovello P, Mandruzzato S,
Bronte V: Myeloid-derived suppressor cell heterogeneity and subset
definition. Curr Opin Immunol 2010, 22:238–244.

7. Gallina G, Dolcetti L, Serafini P, De Santo C, Marigo I, Colombo MP, Basso G,
Brombacher F, Borrello I, Zanovello P, Bicciato S, Bronte V: Tumors induce a
subset of inflammatory monocytes with immunosuppressive activity on
CD8+ T cells. J Clin Invest 2006, 116:2777–2790.

8. Nagaraj S, Gupta K, Pisarev V, Kinarsky L, Sherman S, Kang L, Herber DL,
Schneck J, Gabrilovich DI: Altered recognition of antigen is a mechanism
of CD8+ T cell tolerance in cancer. Nat Med 2007, 13:828–835.

http://www.biomedcentral.com/content/supplementary/2051-1426-2-5-S2.tiff
http://www.biomedcentral.com/content/supplementary/2051-1426-2-5-S3.tiff
http://www.biomedcentral.com/content/supplementary/2051-1426-2-5-S4.tiff
http://www.biomedcentral.com/content/supplementary/2051-1426-2-5-S5.tiff
http://www.biomedcentral.com/content/supplementary/2051-1426-2-5-S6.tiff


Fernández et al. Journal for ImmunoTherapy of Cancer 2014, 2:5 Page 16 of 16
http://www.immunotherapyofcancer.org/content/2/1/5
9. Nagaraj S, Schrum AG, Cho HI, Celis E, Gabrilovich DI: Mechanism of T cell
tolerance induced by myeloid-derived suppressor cells. J Immunol 2010,
184:3106–3116.

10. Liu C, Yu S, Kappes J, Wang J, Grizzle WE, Zinn KR, Zhang HG: Expansion
of spleen myeloid suppressor cells represses NK cell cytotoxicity in
tumor-bearing host. Blood 2007, 109:4336–4342.

11. Suzuki E, Kapoor V, Jassar AS, Kaiser LR, Albelda SM: Gemcitabine
selectively eliminates splenic Gr-1+/CD11b+ myeloid suppressor cells in
tumor-bearing animals and enhances antitumor immune activity.
Clin Cancer Res 2005, 11:6713–6721.

12. Nagaraj S, Nelson A, Youn JI, Cheng P, Quiceno D, Gabrilovich DI: Antigen-
specific CD4(+) T cells regulate function of myeloid-derived suppressor
cells in cancer via retrograde MHC class II signaling. Cancer Res 2012,
72:928–938.

13. Bronte V, Zanovello P: Regulation of immune responses by L-arginine
metabolism. Nat Rev Immunol 2005, 5:641–654.

14. Gabrilovich DI, Ostrand-Rosenberg S, Bronte V: Coordinated regulation of
myeloid cells by tumours. Nat Rev Immunol 2012, 12:253–268.

15. Ugel S, Peranzoni E, Desantis G, Chioda M, Walter S, Weinschenk T,
Ochando JC, Cabrelle A, Mandruzzato S, Bronte V: Immune tolerance to
tumor antigens occurs in a specialized environment of the spleen.
Cell Rep 2012, 2:628–639.

16. Pan PY, Ma G, Weber KJ, Ozao-Choy J, Wang G, Yin B, Divino CM, Chen SH:
Immune stimulatory receptor CD40 is required for T-cell suppression
and T regulatory cell activation mediated by myeloid-derived suppressor
cells in cancer. Cancer Res 2010, 70:99–108.

17. Serafini P, Mgebroff S, Noonan K, Borrello I: Myeloid-derived suppressor cells
promote cross-tolerance in B-cell lymphoma by expanding regulatory
T cells. Cancer Res 2008, 68:5439–5449.

18. Corzo CA, Condamine T, Lu L, Cotter MJ, Youn JI, Cheng P, Cho HI, Celis E,
Quiceno DG, Padhya T, McCaffrey TV, McCaffrey JC, Gabrilovich DI: HIF-1alpha
regulates function and differentiation of myeloid-derived suppressor cells
in the tumor microenvironment. J Exp Med 2010, 207:2439–2453.

19. Doedens AL, Stockmann C, Rubinstein MP, Liao D, Zhang N, DeNardo DG,
Coussens LM, Karin M, Goldrath AW, Johnson RS: Macrophage expression
of hypoxia-inducible factor-1 alpha suppresses T-cell function and
promotes tumor progression. Cancer Res 2010, 70:7465–7475.

20. Kodumudi KN, Woan K, Gilvary DL, Sahakian E, Wei S, Djeu JY: A novel
chemoimmunomodulating property of docetaxel: suppression of
myeloid-derived suppressor cells in tumor bearers. Clin Cancer Res 2010,
16:4583–4594.

21. Kusmartsev S, Cheng F, Yu B, Nefedova Y, Sotomayor E, Lush R, Gabrilovich D:
All-trans-retinoic acid eliminates immature myeloid cells from tumor-
bearing mice and improves the effect of vaccination. Cancer Res 2003,
63:4441–4449.

22. Mirza N, Fishman M, Fricke I, Dunn M, Neuger AM, Frost TJ, Lush RM,
Antonia S, Gabrilovich DI: All-trans-retinoic acid improves differentiation
of myeloid cells and immune response in cancer patients. Cancer Res
2006, 66:9299–9307.

23. Shirota Y, Shirota H, Klinman DM: Intratumoral injection of CpG
oligonucleotides induces the differentiation and reduces the
immunosuppressive activity of myeloid-derived suppressor cells.
J Immunol 2012, 188:1592–1599.

24. Fernandez A, Mesa C, Marigo I, Dolcetti L, Clavell M, Oliver L, Fernandez LE,
Bronte V: Inhibition of tumor-induced myeloid-derived suppressor cell
function by a nanoparticulated adjuvant. J Immunol 2011, 186:264–274.

25. Ohkusu-Tsukada K, Ohta S, Kawakami Y, Toda M: Adjuvant effects of
formalin-inactivated HSV through activation of dendritic cells and
inactivation of myeloid-derived suppressor cells in cancer immunotherapy.
Int J Cancer 2011, 128:119–131.

26. Estevez F, Carr A, Solorzano L, Valiente O, Mesa C, Barroso O, Sierra GV,
Fernandez LE: Enhancement of the immune response to poorly
immunogenic gangliosides after incorporation into very small size
proteoliposomes (VSSP). Vaccine 1999, 18:190–197.

27. Mesa C, de Leon J, Fernandez LE: Very small size proteoliposomes derived
from Neisseria meningitidis: an effective adjuvant for generation of CTL
responses to peptide and protein antigens. Vaccine 2006, 24:2692–2699.

28. Mesa C, De Leon J, Rigley K, Fernandez LE: Very small size
proteoliposomes derived from Neisseria meningitidis: an effective
adjuvant for Th1 induction and dendritic cell activation. Vaccine 2004,
22:3045–3052.
29. Oliver L, Fernandez A, Raymond J, Lopez-Requena A, Fernandez LE, Mesa C:
Very small size proteoliposomes derived from Neisseria meningitidis: an
effective adjuvant for antigen-specific cytotoxic T lymphocyte response
stimulation under leukopenic conditions. Vaccine 2012, 30:2963–2972.

30. Ramirez BS, Pestana ES, Hidalgo GG, Garcia TH, Rodriguez RP, Ullrich A,
Fernandez LE: Active antimetastatic immunotherapy in Lewis lung
carcinoma with self EGFR extracellular domain protein in VSSP adjuvant.
Int J Cancer 2006, 119:2190–2199.

31. Bequet-Romero M, Morera Y, Ayala-Avila M, Ancizar J, Soria Y, Blanco A,
Suarez-Alba J, Gavilondo JV: CIGB-247: a VEGF-based therapeutic vaccine
that reduces experimental and spontaneous lung metastasis of C57Bl/6
and BALB/c mouse tumors. Vaccine 2012, 30:1790–1799.

32. Solares AM, Baladron I, Ramos T, Valenzuela C, Borbon Z, Fanjull S, Gonzalez L,
Castillo D, Esmir J, Granadillo M, Batte A, Cintado A, Ale M, de Cossio ME F,
Ferrer A, Torrens I, Lopez-Saura P: Safety and Immunogenicity of a human
papillomavirus peptide vaccine (CIGB-228) in women with high-grade
cervical intraepithelial neoplasia: first-in-human, Proof-of-Concept Trial.
ISRN Obstet Gynecol 2011, 2011:292951.

33. Aguilar FF, Barranco JJ, Fuentes EB, Aguilera LC, Saez YL, Santana MD,
Vazquez EP, Baker RB, Acosta OR, Perez HG, Nieto GG: Very small size
proteoliposomes (VSSP) and Montanide combination enhance the
humoral immuno response in a GnRH based vaccine directed to
prostate cancer. Vaccine 2012, 30:6595–6599.

34. Public Register of Cuban Clinical Trials. [http://rpcec.sld.cu/]
35. Hanson EM, Clements VK, Sinha P, Ilkovitch D, Ostrand-Rosenberg S: Myeloid-

derived suppressor cells down-regulate L-selectin expression on CD4+ and
CD8+ T cells. J Immunol 2009, 183:937–944.

36. Rodriguez PC, Zea AH, Culotta KS, Zabaleta J, Ochoa JB, Ochoa AC: Regulation
of T cell receptor CD3zeta chain expression by L-arginine. J Biol Chem 2002,
277:21123–21129.

37. Kruisbeek AM, Shevach E, Thornton AM: Proliferative assays for T cell
function. Curr Protoc Immunol 2004, Chapter 3:Unit 3 12.

38. Talmadge JE, Gabrilovich DI: History of myeloid-derived suppressor cells.
Nat Rev Cancer 2013, 13:739–752.

39. Rodriguez PC, Quiceno DG, Zabaleta J, Ortiz B, Zea AH, Piazuelo MB, Delgado A,
Correa P, Brayer J, Sotomayor EM, Antonia S, Ochoa JB, Ochoa AC: Arginase I
production in the tumor microenvironment by mature myeloid cells
inhibits T-cell receptor expression and antigen-specific T-cell responses.
Cancer Res 2004, 64:5839–5849.

40. Schmielau J, Finn OJ: Activated granulocytes and granulocyte-derived
hydrogen peroxide are the underlying mechanism of suppression of t-cell
function in advanced cancer patients. Cancer Res 2001, 61:4756–4760.

41. Michels T, Shurin GV, Naiditch H, Sevko A, Umansky V, Shurin MR: Paclitaxel
promotes differentiation of myeloid-derived suppressor cells into dendritic
cells in vitro in a TLR4-independent manner. J Immunotoxicol 2012,
9:292–300.

42. Greifenberg V, Ribechini E, Rossner S, Lutz MB: Myeloid-derived suppressor
cell activation by combined LPS and IFN-gamma treatment impairs DC
development. Eur J Immunol 2009, 39:2865–2876.

43. Zoglmeier C, Bauer H, Norenberg D, Wedekind G, Bittner P, Sandholzer N,
Rapp M, Anz D, Endres S, Bourquin C: CpG blocks immunosuppression by
myeloid-derived suppressor cells in tumor-bearing mice. Clin Cancer Res
2011, 17:1765–1775.

44. Condamine T, Gabrilovich DI: Molecular mechanisms regulating myeloid-
derived suppressor cell differentiation and function. Trends Immunol
2011, 32:19–25.

45. Chalmin F, Ladoire S, Mignot G, Vincent J, Bruchard M, Remy-Martin JP, Boireau W,
Rouleau A, Simon B, Lanneau D, De Thonel A, Multhoff G, Hamman A, Martin F,
Chauffert B, Solary E, Zitvogel L, Garrido C, Ryffel B, Borg C, Apetoh L, Rebe C,
Ghiringhelli F:Membrane-associated Hsp72 from tumor-derived exosomes
mediates STAT3-dependent immunosuppressive function of mouse and
human myeloid-derived suppressor cells. J Clin Invest 2010, 120:457–471.

46. Lutz MB, Kukutsch N, Ogilvie AL, Rossner S, Koch F, Romani N, Schuler G:
An advanced culture method for generating large quantities of highly pure
dendritic cells from mouse bone marrow. J Immunol Methods 1999, 223:77–92.

doi:10.1186/2051-1426-2-5
Cite this article as: Fernández et al.: Very small size proteoliposomes
abrogate cross-presentation of tumor antigens by myeloid-derived suppres-
sor cells and induce their differentiation to dendritic cells. Journal for Immuno-
Therapy of Cancer 2014 2:5.

http://rpcec.sld.cu/

	Abstract
	Background
	Methods
	Results
	Conclusions

	Background
	Results
	VSSP administration into TB mice potentiates CTL responses and skews Th differentiation patterns
	Tumor-promoted recruitment of Tregs is impaired by VSSP even in a context of increased numbers of MDSCs
	Interference of VSSP with the classical suppressive mechanisms of MDSCs
	In vitro treatment of MDSCs with VSSP induces their differentiation and loss of suppressive activity
	VSSP inhibits cross-presentation of TAA antigens by splenic CD11b+Gr1+ cells

	Discussion
	Conclusions
	Methods
	Mice
	Reagents and cell lines
	FACS analysis
	Generation of BM-derived MDSCs and DCs
	Immunization protocols
	Modulation of Th differentiation and CTL responses by VSSP
	MDSCs isolation and in�vitro differentiation to APCs
	In vitro MDSCs-mediated suppression assay
	Down-regulation of CD3ζ chain by MDSCs
	Real-time PCR
	Restoration of MDSCs as functional APCs
	Functional analysis of TILs
	Cross-presentation of TAA by MDSCs
	Statistics

	Additional files
	Abbreviations
	Competing interests
	Authors’ contributions
	Acknowledgements
	Author details
	References


<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /PageByPage
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.1000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails true
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams true
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile (None)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<

    /BGR <>
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000500044004600206587686353ef901a8fc7684c976262535370673a548c002000700072006f006f00660065007200208fdb884c9ad88d2891cf62535370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef653ef5728684c9762537088686a5f548c002000700072006f006f00660065007200204e0a73725f979ad854c18cea7684521753706548679c300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /CZE <>
    /DAN <>
    /DEU <>
    /ESP <>
    /ETI <>
    /FRA <>
    /GRE <>

    /HRV <>
    /HUN <>
    /ITA <>
    /JPN <>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020b370c2a4d06cd0d10020d504b9b0d1300020bc0f0020ad50c815ae30c5d0c11c0020ace0d488c9c8b85c0020c778c1c4d560002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /LTH <>
    /LVI <>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken voor kwaliteitsafdrukken op desktopprinters en proofers. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /POL <>
    /PTB <>
    /RUM <>
    /RUS <>
    /SKY <>
    /SLV <>
    /SUO <>
    /SVE <>
    /TUR <>
    /UKR <>
    /ENU (Use these settings to create Adobe PDF documents for quality printing on desktop printers and proofers.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /ConvertColors /NoConversion
      /DestinationProfileName ()
      /DestinationProfileSelector /NA
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure true
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles true
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /NA
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /LeaveUntagged
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [595.440 793.440]
>> setpagedevice


