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ABSTRACT
Metastatic spread in the bone marrow (BM) at diagnosis is the worst prognostic factor for neuroblastoma
(NB) patients. Here, we analyzed the presence of two immunosuppressive cell subsets,
CD4CCD25hiCD127¡ regulatory T (Treg) cells and CD4CCD45R0CCD49bCLAG3C type 1 regulatory (Tr1)
cells, in BM and peripheral blood (PB) samples from NB patients and controls. Frequency of both
regulatory cell subsets was lower in BM and PB samples from NB patients than in respective healthy
controls. No correlation was found between the frequency of Treg and Tr1 cells and prognostic factors at
diagnosis, such as age and stage. Only MYCN amplification correlated to a higher number of Treg in BM
and of Tr1 in PB. These findings suggested an altered trafficking of regulatory T cells in NB, but delineated
a limited role of these subsets in BM microenvironment and/or periphery in NB. These observations should
be considered designing immunotherapeutic approaches for metastatic NB.
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Introduction

Neuroblastoma (NB) is a pediatric tumor arising from the sym-
pathetic nervous system, representing the most frequent extra-
cranial solid tumor of pediatric age. NB has an incidence of
1/100,000 case children/year, and accounts for 15% of cancer
deaths in children. Although the causes are unknown, 1–2% of
NB may have a family history of the disease. In addition, several
genetic alterations have been characterized in NB, i.e., gain-of-
function of ALK gene,1 germline mutation of PHOX2B gene,2

amplification of the MYCN gene, and multiple chromosomal
abnormalities.3 The clinical course of patients with NB is het-
erogeneous, ranging from spontaneous remission to progres-
sive metastatic disease, with dissemination to multiple organs,
including bone marrow (BM).4 BM infiltration is indeed a pre-
dictor of poor clinical outcome.5 NB patients are now classified
in different risk classes following the International Neuroblas-
toma Risk Group staging system,6 that consider genetic altera-
tions, DNA ploidy, histological features, age, and stage as
classification criteria. Low/intermediate risk NB patients have a
good prognosis with surgery alone or with standard chemo-
therapy. In contrast the prognosis of high-risk NB patients is
poor, in spite of aggressive multimodal treatments, with a sur-
vival rate of 35% at 5 y.7

CD4CCD25CFOXP3Cregulatory T cells (Treg) are impor-
tant immunosuppressive cells that dampen antitumor immune
response.8 Treg cells have been previously characterized in
peripheral blood (PB) from very small cohorts of NB
patients.9-11 A higher percentage of Treg in NB patients than

healthy children was reported by us and Tilak et al., whereas
Gowda et al. showed that their number was similar in low-
and high-risk patients.

Type 1 regulatory (Tr1) cells were firstly identified in mice
as CD4C T cells secreting high amounts of IL-10.12 Subse-
quently, Tr1 cells have been characterized in humans,13-15 and
are now identified as CD4CCD45R0CCD49bCLAG-3C T
cells.16 Only recently the presence of Tr1 cells was documented
in tumor patients. Precisely, an increased numbers of Tr1 cells
was shown to associate to tumor progression in colorectal can-
cer,17 whereas we showed in a small cohort of NB patients that
PB Tr1 cells were present in lower percentage than in healthy
children.10

In this study, we have analyzed the percentage of Treg and
Tr1 cells in BM and PB samples collected from NB patients at
diagnosis as compared to healthy subjects. Moreover, we ana-
lyzed potential associations of this frequency to the most
important NB prognostic factors, such as age, stage of disease,
andMYCN gene amplification.

Materials and methods

Patients and controls

The study was approved by the Ethics Committee of the Gian-
nina Gaslini Institute, Genoa, Italy.

Fresh BM samples collected at diagnosis from 27 chil-
dren diagnosed with NB from January to June 2016 at the
Italian Centers participating to the Associazione Italiana di
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Emato-Oncologia Pediatrica were centralized at the Istituto
Giannina Gaslini in Genoa, Italy. NB patients were diag-
nosed at the referring center and staged according to the
International Neuroblastoma Risk Group staging system.6

Patients’ characteristics, i.e., sex, age at diagnosis, stage, and
MYCN status (single copy or amplified), are summarized in
Table 1. As controls, BM aspirates were obtained from 15
healthy donors, selected according to the Transplant Unit

Clinical Protocol of Ematologia 2 at the IRCCS San Martino –
IST in Genoa, following a written informed consent at the
time of donation. Samples were processed as described.18 At
the end of processing, an aliquot was taken to perform quality
control tests, such as CD34C cell count, in vitro progenitors’
cell growth and sterility. The remaining from this aliquot was
used in this study. BM donor’s characteristics are summarized
in Table 1.

Table 1. Characteristics of NB patients and controls.

Sex Age, years (y) or months (mo) MYCN Stage

M F <18 mo >18 mo Range Mean § SD Single copy Amplified L1/L2 M Ms

NB patients 14 13 15 12 4–79 mo 28 § 24 mo 20 7 14 9 4
BM donors 9 6 — — 20–54 y 39.6§ 13 y — — — — —
Healthy children 7 6 — — 6–72 mo 30 § 18 mo — — — — —

Line 1 indicates all the variables analyzed; line 2 indicates the subgroups for each variable; lines 3, 4 and 5 indicate data regarding NB patients, BM donors and healthy
children respectively, and the number of subjects in each group.

Figure 1. Representative dot plots and gating strategies for the characterization of CD4CCD127lowCD25hi Treg cells (upper panels) and CD4CCD45R0CLAG-3CCD49bC Tr1
cells (lower panels) in BM samples from healthy donors (panel A) and NB patients (panel B) and in PB samples from healthy children (panel C) and NB patients (panel D).

e1249553-2 F. MORANDI ET AL.



Fresh PB samples were collected at diagnosis from 21 out of
27 NB patients. As controls, PB samples were obtained from 13
age- and sex-matched healthy children admitted to the Gaslini
Institute for accidental injuries. Healthy children’s characteris-
tics are summarized in Table 1.

Flow cytometry

Flow cytometric analysis has been performed on whole PB or
BM blood samples, using 50 mL of whole blood/tube. Treg
were identified using Treg detection kit (Miltenyi Biotec), con-
taining anti-CD4 FITC, anti-CD25 APC, and anti-CD127 PE
antibodies, following manufacturer’s protocol. Tr1 were evalu-
ated using anti-CD4 PE-Cy7 (eBioscience), anti-CD45R0 APC
(eBioscience), anti-CD49b PE (R&D Systems), and anti-LAG-3
FITC (R&D Systems) antibodies. Samples were incubated with
specific antibodies (200 at 4�C in the dark) and then subjected
to erythrocytes lysis using BD FACS lysis (BD Biosciences) by
incubating 150 at RT in the dark. Cells were then washed with
PBS 0.5% BSA, resuspended in PBS 0.5% BSA, and then run on
a Gallios cytometer (Beckman Coulter), acquiring at least
5£104 events. Data were analyzed using Kaluza software (Beck-
man Coulter). Analysis was performed gating on lymphocytes

for both cell populations. As shown in Fig. 1, Treg were identi-
fied as CD4CCD25highCD127¡/low cells (upper panels), whereas
Tr1 cells were identified as CD4CCD45R0CCD49bCLAG-3C

cells (lower panels), considering the threshold obtained in cells
stained with CD4 and CD45R0 antibodies only.

Statistics

Normal distribution of data was tested using Kolgomorov–Smir-
nov test, using Prism 5.0 software (GraphPad Software, Inc., La
Jolla, CA). Since data distribution was not normal, differences
in the percentage of Treg and Tr1 cells between (1) patients and
controls or (2) different groups of patients were compared by
Mann–Whitney test, using Prism 5.0 software. A p value <0.05
was considered as statistically significant. Significance ranges are
the following: �p < 0.05; ��p < 0.005; ���p < 0.0005.

Results and discussion

Since the BM is the most important site of metastasis in NB
patients,5 we first analyzed the percentage of total CD4C T cells,
memory CD4CCD45R0C T cells, Treg, and Tr1 cells in
BM samples from NB patients (n D 27) and healthy subjects

Figure 2. Frequency of total CD4C T cells, CD4CCD45R0C memory T cells, CD4CCD25hiCD127¡ Treg, and CD4CCD45R0CCD49bCLAG3C Tr1 cells has been analyzed in BM
(A, B) and PB (C, D) samples from NB patients (gray circles) and healthy controls (white circles). Results are expressed as percentage of total cells. Horizontal bars indicated
medians. p values are indicated where the difference is statistically significant.
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(n D 15). Fig. 1 shows gating strategies for the characterization
of Treg and Tr1 cells, and representative dot plots for BM sam-
ples derived from healthy donors and NB patients (panels A
and B, respectively) and for PB samples derived from healthy
children and NB patients (panels C and D respectively). As
shown in Fig. 2, panel A, the percentage of total CD4C T cells
was similar between NB patients (percentage of total cells,
median § SE : 3.67 § 0.26) and healthy donors (2.86 § 0.62),
whereas the percentage of memory CD4CCD45R0C T cells was
lower in NB patients (0.38 § 0.16) than in controls (1.44 §
0.13, p <0.0001). The percentage of Treg cells was significantly
lower in NB patients (0.19 § 0.03) than in healthy controls
(0.39 § 0.03, p D 0.0003). This observation is in contrast with
previous studies performed in patients with other solid tumors
that metastasize to the BM, such as prostate cancer19 and
Ewing’s sarcoma,20 reporting higher percentage of BM Treg
cells in patients than controls. The BM has been described as a
preferential site for migration and/or detainment of Treg cells,
and may function as an immune regulatory organ.21 Since the
migration of Treg cells to the BM is mediated by the CXCL12/
CXCR4 axis, the observation that BM from NB patients had
less Treg cells than healthy subject can be ascribed to the low
and frequently absent expression of BM CXCL12 in NB

patients.22 As for Tr1 cells, their percentage was very low in
both NB children and healthy subjects (0.03 § 0.006 and 0.05
§ 0.005, respectively) and the difference was not statistically
significant. In addition, this limited difference may be due to a
general depletion of total CD4CCD45R0C memory T cells
observed in BM samples derived from NB patients. To our
knowledge, however, this is the first report on BM Tr1 cells in
tumor patients and healthy subjects. Nevertheless, the very low
number of Tr1 cells found in NB patients’ BM does not support
a role of these cells in the BM disease of NB patients.

Next, we analyzed the percentage of the same cell popula-
tions in PB samples collected from NB patients (n D 21) as
compared to age-matched healthy children (n D 13). As shown
in Fig. 2, panel C, the percentage of both total CD4C T cells
and memory CD4CCD45R0C T cells was similar between NB
patients (9.72 § 7.7 and 1.8 § 1.2, respectively) and controls
(13.58 § 8.2 and 2.89 § 1.9, respectively). In contrast, the per-
centage of both Treg and Tr1 cells was significantly lower in
NB patients (0.34 § 0.11 and 0.07 § 0.019, respectively) than
in healthy children (1.09 § 0.16 and 1 § 0.27, respectively)
(p D 0.0056 and p < 0.0001), reflecting the observations in the
BM samples. These data, obtained in a larger number of PB
samples from NB patients and controls than our previous

Figure 3. Frequency of total CD4C T cells and CD4CCD45R0C memory T cells has been analyzed in BM and PB samples from NB patients with an age at diagnosis above
(gray circles) or below (white circles) 18 months (A), with metastatic (gray circles) or localized (white circles) tumors (B) and with amplified (gray circles) or single copy
(white circles) MYCN gene (C). Results are expressed as percentage of total cells. Horizontal bars indicated medians. p values are indicated where the difference is statisti-
cally significant.
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report,10 confirmed the lower percentage of PB Tr1 cells and
suggested that the higher percentage of PB Treg previously
reported was inaccurate due to the small sample size.

Collectively, the data presented here suggested that both reg-
ulatory T cell populations are partially depleted from PB of NB
patients, whereas only Treg are depleted in BM samples from
NB patients. This effect was not related to the depletion of total
CD4C T cells since the percentage of these cells were similar
between patients and controls. The lower percentage of Tr1
and Treg cells observed in PB samples from NB patients might
be related to a specific recruitment of these regulatory cell pop-
ulations in the tumor microenvironment, similarly to what
observed in other solid tumors.17,23,24 However, no information
on the presence of Treg and/or Tr1 cells in the primary NB
tumors is so far available.

Next, we asked whether the percentage of Treg and Tr1 cells
in NB BM and PB samples correlated with the established prog-
nostic factors, i.e., age, tumor stage, and amplification ofMYCN
gene.6

As shown in Fig. 3, the percentage of total CD4C T cells and
memory CD4CCD45R0C T cells was similar between NB
patients (1) with an age at diagnosis above (BM: n D 12, CD4C

3.96 § 4.2, CD4CCD45R0C 0.86 § 1.1, PB: n D 10, CD4C 5.94
§ 5.35, CD4CCD45R0C 1.6 § 1.3) or below (BM: n D 15,

CD4C 2.83 § 1.8, CD4CCD45R0C 0.46 § 0.35, PB: n D 11,
CD4C 11.6 § 9.8, CD4CCD45R0C 2 § 1.1) 18 mo (panel A),
(2) with stage M (BM: n D 13, CD4C 3.12 § 1.7,
CD4CCD45R0C 0.62 § 0.63, PB: n D 9, CD4C 7.48 § 6.42,
CD4CCD45R0C 1.8 § 1.1) or L1/L2 (BM: n D 11, CD4C 3.96
§ 5, CD4CCD45R0C 0.76 § 1.1, PB: n D 9, CD4C 9.3 § 9.8,
CD4CCD45R0C 1.8 § 1.4) disease (panel B), and (3) with (BM:
n D 7, CD4C 3 § 2.7, CD4CCD45R0C 0.73 § 1, PB: n D 7,
CD4C 9.6 § 4, CD4CCD45R0C 2.5 § 1) or without (BM: n D
20, CD4C 3.5 § 3.5, CD4CCD45R0C 0.66 § 0.84, PB: n D 14,
CD4C 7.4 § 9.2, CD4CCD45R0C 1.4 § 1.1) MYCN amplifica-
tion (panel C).

As shown in Fig. 4, panel A, no difference in the percentage
of Treg and Tr1 cells was found between NB patients with an
age at diagnosis above (BM: n D 12, Treg 0.02 § 0.01, Tr1 0.21
§ 0.03, PB: nD 10, Treg 0.03 § 0.03, Tr1 0.18§ 0.11) or below
18 months (BM: n D 15, Treg 0.04 § 0.008, Tr1 0.2 § 0.05; PB:
n D 11, Treg 0.1 § 0.03; Tr1 0.49 § 0.2). Similarly, no signifi-
cant difference in Treg and Tr1cells’ frequency was found by
comparing NB patients with stage M (BM: n D 13, Treg 0.04
§ 0 .008, Tr1 0.19 § 0 .05; PB: n D 9, Treg 0.1 § 0.02, Tr1 0.59
§ 0.12) or L1/L2(BM: n D 11, Treg 0.03 § 0.01, Tr1 0.2 §
0.04; PB: n D 9, Treg 0.09 § 0.04, Tr1 0.29 § 0.25) (Fig. 4,
panel B). The observed higher percentage of PB Tr1 cells in

Figure 4. Frequency of CD4CCD25hiCD127¡ Treg and CD4CCD45R0CCD49bCLAG3C Tr1 cells has been analyzed in BM and PB samples from NB patients with an age at
diagnosis above (gray circles) or below (white circles) 18 months (A), with metastatic (gray circles) or localized (white circles) tumors (B) and with amplified (gray circles)
or single copy (white circles) MYCN gene (C). Results are expressed as percentage of total cells. Horizontal bars indicated medians. p values are indicated where the differ-
ence is statistically significant.
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patients with M than in those with L1 disease was not statisti-
cally significant. As for MYCN status (Fig. 4, panel C), Treg
percentage in BM samples was significantly higher in patients
with MYCN amplification (n D 7, 0.05 § 0.02) than in those
with single copy gene (n D 20, 0.02 § 0 .05, p D 0.02), whereas
Tr1 cells showed similar percentages (amplified MYCN: n D 7,
0.2 § 0.09; MYCN single copy: n D 20, 0.19 § 0.02). In PB
samples, Treg frequency was similar in patients with (n D 7,
0.1 § 0.03) or without (n D 14, 0.04 § 0.02) MYCN amplifica-
tion, whereas Tr1 cells frequency was significantly higher in
patients with MYCN amplification (n D 6, 0.85 § 0.11) than in
those with single copy gene (n D 14, 0.23 § 0.16, p D 0.01).

Collectively, these findings confirmed that Treg and Tr1
recruitment in the BM was not affected by the presence of met-
astatic disease, as already seen by stratifying by stage, but
showed that BM infiltration may increase Tr1 cells in the
periphery, as observed also in the presence ofMYCN amplifica-
tion. These differences in regulatory T cells frequencies were
not related to an increase or depletion of total and/or memory
CD4C T cells. It is worth noting that the higher frequencies
observed in the presence of MYCN amplification or BM infil-
tration were similar to those found in healthy subjects, thus,
reducing the potential role of immunosuppressive Treg and
Tr1 cells in the natural history of metastatic NB.

Conclusions

In conclusion, we delineated novel aspects of regulatory T-cell
trafficking in NB, demonstrating that in NB patients BM and
PB Treg and Tr1 cells were present at a lower frequency than
in healthy subjects. In fact, the lower frequency observed might
be related to a different recruitment of these cells in BM and
(hypothetically) in the microenvironment of primary tumor.
The frequency of Treg and Tr1 cells in BM and PB samples did
not associate to established NB prognostic factors. Therefore,
these findings do not support a role of these immunosuppres-
sive cells in influencing NB disease in the periphery and/or in
the BM. Future immunotherapeutic approaches in high risk
NB patients should take these findings into account.
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