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Increased CTLA-4 T cells and an increased
ratio of monocytes with loss of class II
(CD14+ HLA-DRlo/neg) found in aggressive
pediatric sarcoma patients
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Abstract

Background: There is little information regarding the composition of peripheral blood immunity in sarcoma
patients and even less in the context of pediatric sarcomas. We describe the immune status using flow cytometry
of peripheral blood in patients with osteosarcoma and Ewing sarcoma and demonstrate excessive CD14 in tumor
tissues.

Methods: Peripheral blood from patients with OS and ES was collected at diagnosis or relapse, and used for
immune phenotyping of 74 different leukocyte phenotypes. Blood from young adult healthy volunteers was
collected as controls. Tumor tissues were analyzed by immunohistochemistry.

Results: Nineteen patients (average age = 14 y) and 16 controls (average age = 25y) were enrolled on study. Of the
74 phenotypes, 14 were different between sarcoma patients and HV. Sarcoma patients’ leukocytes contained a
higher percentage of granulocytes (67 % sarcoma vs. 58 % HV; p = 0.003) and fewer lymphocytes (20 % sarcoma vs.
27 % HV; p = 0.001). Increased expression of CTLA-4 was seen in both T cells in sarcoma patients as compared to
HV (p = 0.05). Increased CD14+ HLA-DRlo/neg immunosuppressive monocytes were seen in sarcoma patients
(p = 0.03); primarily seen in OS. Increased tumor necrosis factor receptor II expression was seen on CD14+ cells
derived from sarcoma patients as compared to HV (p = 0.01). Massive infiltration of CD14+ cells was seen in OS
(>50 % of cells in the majority of tumors) compared to ES (<10-25 % of cells). In contrast, both OS and ES had
limited T cell infiltration (generally <10 % of cells).

Conclusions: Pediatric sarcoma patients exhibit several immune phenotypic differences that were exacerbated in
more severe disease. These phenotypes have the potential to contribute to immune suppression and may indicate
potential targets for immune therapies.

Keywords: Osteosarcoma, Ewing sarcoma, Immune phenotype, Immune suppression, Monocytes, Lymphocytes
* Correspondence: dietz.allan@mayo.edu
†Equal contributors
2Human Cellular Therapy Lab, Department of Laboratory Medicine and
Pathology, Mayo Clinic, 200 First Street SW, Rochester, MN 55905, USA
5Division of Experimental Pathology, Department of Laboratory Medicine and
Pathology, and Division of Immunology, Mayo Clinic, Rochester, MN, USA
Full list of author information is available at the end of the article

© 2015 Hingorani et al. This is an Open Access article distributed under the terms of the Creative Commons Attribution
License (http://creativecommons.org/licenses/by/4.0), which permits unrestricted use, distribution, and reproduction in any
medium, provided the original work is properly credited. The Creative Commons Public Domain Dedication waiver (http://
creativecommons.org/publicdomain/zero/1.0/) applies to the data made available in this article, unless otherwise stated.

http://crossmark.crossref.org/dialog/?doi=10.1186/s40425-015-0082-0&domain=pdf
mailto:dietz.allan@mayo.edu
http://creativecommons.org/licenses/by/4.0
http://creativecommons.org/publicdomain/zero/1.0/
http://creativecommons.org/publicdomain/zero/1.0/


Hingorani et al. Journal for ImmunoTherapy of Cancer  (2015) 3:35 Page 2 of 10
Background
Pediatric bone sarcomas are rare tumors with overall inci-
dence of 700 cases of osteosarcoma (OS) and 200 cases of
Ewing sarcoma (ES) annually in the United States [1, 2].
Overall prognosis of advanced and relapsed pediatric sar-
comas is dismal with 5-year event free survival less than
20 %. Treatment options for such patients have included
chemotherapy, surgery and radiation therapy at the sites
of recurrence although none of these approaches are gen-
erally curative. New approaches to therapy are needed to
improve overall survival in this group of patients.
Immune dysregulation is an important contributing

mechanism to the development of a variety of human
cancers. Indeed, patients with common variable im-
munodeficiency are known to be at increased risk of de-
veloping lymphomas [3]. For example, EBV-associated
solid tumors have been seen with increased frequency in
patients with immune dysregulation such as after trans-
plantation or in the setting of HIV/AIDS [4]. Immune
system abnormalities have also been reported in solid tu-
mors. Loss of CD27+ memory B cells, poor chemokine
mediated trafficking of effector cells and inhibition of T-
cell function by negative regulatory pathways have been
noted in melanomas [5, 6]. Similarly, stage III and IV
head and neck cancer patients have been shown to have
down regulated NK cell and NK-T cell populations and
up regulation of suppressor regulatory T cells (Tregs)
[7]. These mechanisms together and alone are thought
to represent the mechanism of tumor cell evasion from
host’s immune surveillance.
Several reports exist of various immune abnormalities

in patients with sarcomas including reduced Class I and
Class II human leukocyte antigen (HLA) cell surface ex-
pression especially in metastatic and progressive tumors
[8] and increased proportion of Tregs seen in bone mar-
row of patients with metastatic ES [9]. To date, analysis
of most tumor immunity and particularly sarcomas have
focused on single phenotypes, with extrapolation that
these single phenotypes are representative of the im-
mune system.
The lack of therapeutic options in sarcomas has led to

interest in immune based therapies. For example, studies
have used dendritic cells pulsed with tumor lysates or
tumor specific antigens to stimulate anti-tumor immun-
ity in ES and rhabdomyosarcoma [10–14]. Although
safe, the success rate of therapy with dendritic cell vac-
cines in pediatric solid tumor patients has been modest.
Improved responses for this and other immunotherapy
approaches could benefit from a more complete under-
standing of the immune status of patients. In this study
we have taken a broad approach to understanding im-
mune dysfunction by assessing over 70 distinct immune
phenotypes by flow cytometry. The compilation of phe-
notypes was used to generate an immune profile for
each individual. The immune profiles of OS and ES pa-
tients and compared it to non-cancerous healthy volun-
teers in an effort to define the extent of immune
dysfunction in pediatric sarcoma patients.

Methods
Patients
Institutional review board approval was obtained from
Phoenix Children’s Hospital and the Mayo Clinic prior
to the commencement of the study. Patients with newly
diagnosed or relapsed OS and ES at Phoenix Children’s
Hospital (PCH) were enrolled in this study after in-
formed consent. HV between the ages of 18–30 years
were provided with a screening questionnaire to exclude
any underlying acute or chronic infections/ immunologic
disorders as well as prior history of cancer. Up to 45 ml
of blood in sodium heparin and 5 ml of blood in ethyl-
enediamine tetraacetate (EDTA) was collected from pa-
tients and 10 ml of blood was collected from HV.
Patients were required to have been off any myelosup-
pressive chemotherapy for four weeks prior to the time
of sample collection. Blood was shipped overnight at
room temperature to Mayo Clinic, Rochester, MN where
it was processed for immune phenotyping.

Immune-phenotyping peripheral blood from healthy
volunteers and sarcoma patients
Leukocytes were analyzed by direct antibody staining of
whole blood and analyzed by flow cytometry. The protocol
for whole blood staining was adapted from Appay et al.
with full details described in Gustafson et al. [15, 16]. Data
were acquired on a BD FACSCalibur flow cytometer
(Becton Dickinson, Frankin Lakes, NJ) that was cali-
brated on the day of use and analyzed with FlowJo
(Tree Star Inc., Ashland, OR) software. Cell counts
were measured using Trucount™ tubes according to
manufacturer’s directions (BD Biosciences, San Jose,
CA). Data were analyzed with Cell Quest and Multiset
(Becton Dickinson) software. The antibodies against
cell surface markers used for these studies were ob-
tained from BD Biosciences. The specific markers are
listed in Additional file 1. Examples from HV and sar-
coma patients for CD14, HLA-DR, CD4 and CTLA-4
can be found in Additional file 2. Gating strategies and
descriptions of other immune phenotypes have been
described elsewhere [16–20].

Patient tissue samples and immunohistochemistry
Formalin-fixed paraffin embedded archived diagnostic
biopsy samples of the patients enrolled in this study
were retrieved from the PCH tissue bank. Serial 5 μm
sections were obtained for immunohistochemical ana-
lysis. Slides were loaded onto Bond-III auto-stainer,
deparaffinized and retrieved in EDTA for 30 min. Bond
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polymer refined red detection was used for the CD3
antibody. Primary CD3 antibody (DAKO #M-7254
Mouse Monoclonal (clone: F7.2.38)) was incubated for
15 min followed by post primary-alkaline phosphatase
(AP) for 30 min, polymer- AP for 30 min and red chro-
magen for 15 min. Slides were rinsed in Bond Wash be-
tween each of the steps. Slides were counterstained with
hematoxylin and taken off the auto-stainer, dehydrated
in graded ethyl alcohol, cleared in xylene and cover
slipped in permanent mounting media. CD14 staining
(Sigma #HPA001887 Rabbit Polyclonal) was as above ex-
cept the EDTA retrieval was for 20 min and brown chro-
magen was used. The slides were reviewed by two
independent pathologists and graded for monocytic
(CD14) and lymphocytic (CD3) infiltration as follows: 1+
(<10 %), 2+ (10-25 %), 3+ (25-50 %) and 4+ (>50 %).

Multiparameter analysis and hierarchical clustering
Hierarchical clustering of immune markers was per-
formed as described by Gustafson et al. [18]. Briefly, cell
counts from 9 immune markers (Granulocytes, lympho-
cytes, monocytes, T cells, B cells, NK cells, CD4+ T cells,
regulatory T cells, and CD14+HLA-DRlo/neg monocytes)
were either measured directly in cells/μl or converted
into cells/μl. An immune marker ratio for each individual
(HV and patients) was determined by dividing the individ-
ual immune marker value by the mean value of the entire
healthy volunteer cohort. The marker ratios for each volun-
teer and patient were imported into Partek Genomics Suite
6.6 software (Partek Inc., St. Louis, MO) and log-
transformed for hierarchical clustering. Hierarchical
clustering was performed by unsupervised agglomera-
tive Euclidean average linkage clustering. Groups were
classified as having ≥5 individuals.

Statistical analysis
All graphical representations and data analysis were per-
formed using Prism 5.0 software (GraphPad, La Jolla,
CA). For the immune phenotyping results, values be-
tween groups of data were tested for statistical signifi-
cance using the Mann Whitney t test for unmatched
groups and the non-parametric Spearman test for corre-
lations. The Fisher’s exact test was used to determine
the significance of the distribution of sarcoma and HV
immune profiles. The significance level was set at prob-
ability of significance set at less than 0.05 with specific
calculated P values provided when applicable. The data
for the tissue IHC is reported descriptively due to small
patient numbers.

Results
Patient characteristics
Twenty patients, 11 with OS and 9 with ES were en-
rolled on the study along with 16 HV. One patient with
ES was ineligible for immmunephenotyping analysis due
to inadequate amount of blood collected for analysis.
Median age of the patients was 14 years (range 6–22
years); and of the HV was 25 years (range 20–30 years).
Patient demographics, diagnosis, and clinical data are
listed in Table 1.

Pediatric sarcoma patients have an altered peripheral
blood leukocyte distribution
In effort to understand the breadth and depth of im-
munological changes in sarcoma patients, we analyzed
the basic white blood cell composition in the peripheral
blood of sarcoma patients (n = 19) and HV (n = 16) using
flow cytometry. Leukocytes from sarcoma patients had a
higher percentage of granulocytes (67 % sarcoma pa-
tients vs. 58 % HV; p = 0.003) and a lower percentage of
lymphocytes (20 % sarcoma patients vs. 27 % HV; p =
0.001). There was no difference in the percentage of
monocytes between the two groups (Fig. 1a). No differ-
ence was seen in the total T-cell, B-cell and NK cell
population between sarcoma patients and HV (Fig. 1b).
However, on analysis of T-lymphocyte subsets the sar-
coma patients had lower CD4 T cells as compared to
HV (697 CD4 cells/ μL vs. 983 CD4 cells/ μL respect-
ively; p = 0.02). No difference was seen in CD8 T cells
between the 2 groups (p = 0.82) leading to an altered
CD4/CD8 ratio in patients (p = 0.04) (Fig. 1c). This dif-
ference in CD4 T cells was primarily seen in ES patients
(596 CD4 cells/ vs. 874 CD4 cells/μL; p = 0.01) (Fig. 1d).

Pediatric sarcoma patients have evidence of immune
modulating phenotypes
In addition to the leukocyte differences observed above,
we identified several other altered phenotypes in sar-
coma patients. Sarcoma patients had increased expres-
sion of CTLA-4, a T-cell inhibitory receptor, on both
CD4 (38 % sarcoma vs. 16 % HV; p = 0.05) and CD8 T
cells (37 % sarcoma vs. 12 % HV; p = 0.05) as compared
to HV (Fig. 1e). In the B-cell compartment, an increase
in class-switched memory B-cells (CD27 + IgM-IgD-)
was seen in sarcoma patients vs. HV (115 vs. 5 % re-
spectively; p = 0.02) (Fig. 1f ). We also analyzed the per-
ipheral blood of OS and ES patients for a previously
described class of immune suppressive monocytes,
CD14+HLA-DRlo/neg monocytes [16, 20–22]. These cells
have been shown in adult glioblastoma, lymphoma,
prostate cancer and CLL to have effects both directly
(with an inability to generate dendritic cells, and inhibit
T cell proliferation) and systemically through expression
of arginase one [16, 20–22]. Increased CD14+HLA-
DRlo/neg immunosuppressive monocytes were seen in
sarcoma patients as compared to HV (15 % vs. 4 % re-
spectively; p = 0.03) (Fig. 1g). This group effect existed
because of the preponderance of these cells in OS



Table 1 Patient characteristics

Patient number Diagnosis Age (years) Gender Primary site Metastases Enrollment Prior therapy From last therapy Blood analysis Tissue analysis (months since)

1 OS 16 Male Distal femur B/L Pulmonary ND None NA Yes Yes Local Relapse 30 months,
alive, NED

2 OS 18 Male Pelvis None ND None NA Yes No DOD

3 OS 12 Female Proximal humerus None ND None NA Yes Yes NED 24 mths

4 OS 10 Female Proximal humerus U/L pulmonary ND None NA Yes Yes Local Relapse 27 months,
alive, NED

5 OS 21 Male Distal femur None ND None NA Yes No NED 27 mths

6 OS 13 Female Proximal tibia None ND None NA Yes Yes Died of pulmonary embolism
during surgery

7 OS 16 Female Distal femur None ND None NA Yes Yes NED 20 mths

8 OS 14 Female Proximal tibia None ND None NA Yes Yes NED 20 mths

9 OS 7 Male Distal femur None ND None NA Yes Yes NED 19 mths

10 OS 15 Male Craniofacial None ND None NA Yes No NED 19 mths

11 OS 12 Female Distal femur B/L Pulmonary ND None NA Yes Yes DOD 22 mths

12 ES 14 Female Scapula None Relapse VDC/ IE 12 weeks Yes Yes DOD 36 mths

13 ES 19 Male Pelvis B/L Pulmonary Relapse VDC/ IE 8 weeks Yes Yes DOD 28 mths

14 ES 18 Male Spine None ND None NA Yes No Died in a car accident 6 mths
after diagnosis

15 ES 13 Male Pelvis None ND None NA Yes Yes NED 29 mths

16 ES 22 Male Chest wall None Relapse VDC/ IE 4 years Yes No NED 72 mths

Diffuse bone and DOD 13

17 ES 6 Female Scapula bone marrow ND None NA No Yes mths

18 ES 13 Female Sacrum None ND None NA Yes Yes NED 20 mths

19 ES 7 Male Mandible proximal None ND None NA Yes No NED 17 mths

20 ES 13 Male Humerus None ND None NA Yes Yes NED 15 mths

DOD- died of disease
NED- no evidence of disease
ND- new diagnosis
VDC/IE- Vincristine, doxorubicin, cyclophosphamide, ifosfamide and etoposide
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Fig. 1 Alterations in peripheral blood immune phenotypes in pediatric sarcoma patients. Immune phenotypes from healthy volunteers and pediatric
sarcoma patients were measured by flow cytometry. a. The percentages of granulocytes, lymphocytes, and monocytes of total leukocytes as measured
by forward and side scatter properties in healthy volunteers and sarcoma patients. Comparison of cell counts (Cells/μl) of: b, T cells (Left axis), B cells
(Right axis), and NK cells (Right axis); c, CD4, CD8 and the CD4:CD8 ratio (CD4 cell counts/CD8 cell counts); d, CD4 cell counts in osteogenic sarcoma
versus Ewing’s sarcoma; e, CTLA-4+ CD4 and CD8 cells. Increases in the percentages of f, CD19+CD27+IgD−IgM− B cells and g, CD14+HLA-DRlo/neg

monocytes; h, and an increase of expression of TNFRII (by mean flourescenc intensity) on monocytes was observed in sarcoma patients. P values are
listed where values are < 0.05
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patients (19 % vs. 4 %; p = 0.01) In addition, increased
expression of tumor necrosis factor receptor II was seen
on CD14+ monocytes derived from sarcoma patients as
compared to HV (p = 0.01) (Fig. 1h). Notably, we did not
see any increase in regulatory T cells or LIN−CD33
+HLA-DR− myeloid derived suppressor cells (MDSC) in
peripheral blood of sarcoma patients as compared to
HV. The complete results for all immunophenotypes in
HV and sarcoma patients and associated P values are
listed in Additional file 3.

Hierarchical clustering of immune phenotypes reveals
immunosuppressive profiles in sarcoma patients
The generation of immune profiles from the measure-
ments of multiple immune phenotypes provides a more
complete picture of the immune status of patients. We
have previously shown that patients with profiles other
than those seen in healthy patients experience a negative
impact on cancer patient survival [18]. We applied this
approach to our sarcoma cohort using nine immune
phenotypes that have been previously shown to cluster
patients in clinically meaningful groups [18]. Clustering
analysis of HV and sarcoma patients revealed two major
groups (Fig. 2a). Group 1 contained 16 HV and 10 sar-
coma patients whereas group 2 had 6 patients with no
HV (p = 0.0177, Fisher’s exact test). 1 HV and 2 sarcoma
patients did not cluster into any group. ES and OS pa-
tients did not differentially subgroup in this analysis.
This result suggests that sarcoma patients in Group 1
have an immune profile similar to healthy volunteers
and that sarcoma patients in Group 2 have an abnormal
immune profile. While no patients in group 1 died due
to disease progression, we found that 3 out of 8 patients
that clustered outside of group 1 died from their disease.



Fig. 2 (See legend on next page.)
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(See figure on previous page.)
Fig. 2 Hierarchical clustering of immune phenotypes reveals potential differential subgrouping of sarcoma patients based on compositional
changes in peripheral blood immune phenotypes. a. Hierarchical clustering dendrogram showing the relationships of healthy volunteers and
sarcoma patients based on nine immune phenotypes (DRneg- CD14+HLA-DRlo/neg monocytes; M- monocytes; G- granulocytes; NK- natural killer
cells; CD4- CD4 T cells; T- T cells; B- B cells; Treg- CD4+CD25+CD127lo T cells). Profiles were defined by including a minimum of 5 individuals.
Values shaded in red indicate values above the mean of the HV value and blue indicates values below. Two profiles of groups were identified. b.
Hierarchical clustering also can reveal relationships of immune phenotypes to each other. The percentage and cell counts of CD14+HLA-DRlo/neg

monocytes correlated to the cell counts of monocytes and the cell counts of CD14+HLA-DRlo/neg monocytes correlated to the cell counts of
granulocytes. c. Illustrative comparisons of the compositional differences in healthy volunteers and sarcoma patients. For total white blood cells
(WBCs); the percentages of granulocytes (gray), lymphocytes (purple), and monocytes (orange) are shown. The pie graphs are also sized based on
cell counts where the sarcoma pie graph is sized in proportion to the HV pie graph. Mononuclear cells (MNCs) show CD4 T cells (dark blue),
Tregs (white), CD8 T cells (light blue), B cells (green), NK cells (yellow), CD14+HLA-DR+ monocytes (black), and CD14+HLA-DRlo/neg monocytes
(red). The sarcoma pie graph is sized in proportion to the HV graph
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These results are similar to our findings observed in a lar-
ger cohort of adult cancer patients where the abnormal im-
mune profiles adversely affected survival [18]. One of the
distinguishing immunophenotypes between sarcoma pa-
tients in group 1 versus 2 was the levels of CD14+HLA-
DRlo/neg monocytes. Sarcoma patients in profile 1 had
CD14+HLA-DRlo/neg monocytes similar to the levels in
healthy volunteers in terms of cell counts and percentages
(mean: 39.9 cells/μl and 9.2 ± 9.6 % of CD14+ monocytes)
whereas sarcoma patients in group 2 had significantly ele-
vated CD14+HLA-DRlo/neg monocytes (307.7 cells/μl (p =
0.0087 vs. profile 1 and 30.2 ± 15.9 % (p = 0.011)). Hierarch-
ical clustering can also reveal novel relationships between
immune phenotypes. Granulocytes, monocytes, and CD14
+HLA-DRlo/neg monocytes clustered together suggesting
that changes in these populations are related. Indeed, the
levels of CD14+HLA-DRlo/neg monocytes from all sarcoma
patients, in both cell counts (cells/μl) and percentage of
total CD14+ monocytes, were positively correlated to the
monocyte cell counts (Fig. 2b). In addition, CD14+HLA-
DRlo/neg monocyte cell counts correlated to the granulocyte
counts. Finally, we can quantify the entire leukocyte popu-
lation of sarcoma patients by representing the immune
profiles as a pie chart. Figure 2c shows pie charts that rep-
resent an immune profile from healthy volunteers and sar-
coma patients in both terms of total leukocytes (WBCs)
and mononuclear cells (MNCs). The size of the pie chart is
relative to the healthy volunteer profile. The total leukocyte
population of sarcoma patients is approximately 50 % larger
than the healthy volunteer profile whereas the mononuclear
compartment is very similar. Although the total size of the
sarcoma MNC compartment is similar to healthy volun-
teers, the distribution of subsets is quite different. Taken to-
gether, these data identify an immune profile in sarcoma
patients characterized by increased CD14+HLA-DRlo/neg

monocytes, total monocytes, and granulocytes.

Significant infiltration of CD14+ cells is present in
osteosarcoma primary tumors
We have previously shown that for glioblastoma and
renal cell carcinoma patients, an increase in peripheral
blood CD14+HLA-DRlo/neg monocytes was associated
with increased infiltration of CD14+ cells within the
tumor [16, 23]. We analyzed the diagnostic biopsy sam-
ples of patients enrolled on this study for lymphocytic
and CD14+ infiltration by immunohistochemistry. Eight
OS patient samples and six ES samples were available
for analysis. CD3 cell surface marker was used for
lymphocyte identification in addition to CD14 identifica-
tion in tumor tissues. Minimal tumor-associated T cell
infiltration was seen in both OS and ES tumors (<10 %
in 12/14 tumors and 10-25 % in 2/14 tumors). In con-
trast, OS specimens had marked CD14+ infiltration in
the majority of the tissues (>50 % in 7/8; 10-25 % in 1/8
tumors) (Fig. 3).

Discussion
Evidence of immune dysregulation is found in several
human cancers and is believed to be an important es-
cape mechanism for the tumor cells from the host im-
mune system. Limited data exists in pediatric bone
sarcomas regarding the underlying immune deficits. In
the current study, we performed detailed immune phe-
notyping analysis in patients with OS and ES to better
characterize the immune system of these patients.
Our data demonstrates that pediatric sarcoma patients

exhibit alterations in the distribution leukocytes whereby
granulocyte cell counts are elevated in peripheral blood
thus reducing the overall percentage of lymphocytes and
CD4 lymphopenia that is more profound in ES patients.
We acknowledge that the healthy volunteer cohort was
older than the pediatric sarcoma cohort; however, there
are several reports in the pediatric literature that suggest
that the frequencies and cell counts between the ages of
6–24 do not substantially change [24–26]. Reference
values for many of the phenotypes we measured here
have not been established or reported. Therefore, our
data provides a framework for future studies in pediatric
sarcoma. Lymphopenia at diagnosis in adults is consid-
ered to be a poor prognostic factor in soft tissue sar-
coma [27]. In both OS and ES, early lymphocyte
recovery after chemotherapy courses has been shown to



Fig. 3 CD14+ monocytes accumulate in sarcoma tumors. Immunohistochemical analysis was performed using CD14 antibody for monocytic
infiltration and CD3 antibody for lymphocytic infiltration on primary tumor tissues of OS and ES patients; a, b, c represent CD14 staining (brown)
in tonsil control, ES and OS respectively; d, e, f represent CD3 staining (red) in tonsil control, ES and OS respectively
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be a prognostic indicator for improved overall survival
[28, 29]. In preclinical studies, immune reconstitution pre-
vented the development of metastasis in a murine model
of OS [30]. Our data goes beyond the description of ab-
normal leukocyte distributions; that is, we have identified
specific alterations in immune populations that have pre-
viously been implicated in immune suppression in a var-
iety of cancers, including B-cell non-Hodgkin lymphoma,
prostate, CLL and GBM [16, 20–22].
Differences in immune markers were observed both in

peripheral blood and in tumor tissues of OS and ES pa-
tients. ES patients demonstrated a lower absolute CD4 T
cell count as compared to HV but no such difference
was observed in OS. We did not observe a difference in
the absolute Treg count in peripheral blood of ES pa-
tients, which is contrary to the data published before
showing higher Tregs in the bone marrow of ES patients
with metastatic disease. Increased expression of the in-
hibitory T cell receptor CTLA-4 on CD4 and CD8 T
cells in sarcoma patients may have direct implications
for immune therapy. CTLA-4 expression was noted in
OS cell lines and patient tumor samples [31] and
CTLA-4 + 49G/A polymorphism was associated with in-
creased risk of developing OS [32]. Combined treatment
with anti-CTLA-4 antibody and tumor lysate-pulsed
dendritic cells in mice with OS lead to decreased Tregs
and increased CD8 T cells in metastatic tumor leading
to decreased metastasis and increased EFS [33]. Taken
together, CTL-4 targeted therapy may be beneficial, and
it will be important to evaluate the effect of this therapy
based on the expression on T cells or tumor tissue. Not
all of our data can be interpreted in the context of im-
mune suppression. For example, CD69 (typically a
marker of T cell activation) was seen on CD4+ T cells.
Additional markers of T cell anergy and/or exhaustion
(i.e. PD-1 and TIM-3) and functional data may help clar-
ify the impact of these alterations in sarcoma patients.
Increased numbers of CD14+HLA-DRlo/neg monocytes

in the peripheral blood of OS patients has previously been
shown to be immunosuppressive in a variety of cancers
such as prostate cancer, non-Hodgkin lymphoma (NHL),
glioblastoma multiforme, and chronic lymphocytic
leukemia [16, 20–22]. CD14+HLA-DRlo/neg monocytes
suppress autologous T cell proliferation and are defective
in their ability to differentiate into mature dendritic cells
in cancer patients [34]. In patients with NHL, elevated
levels of CD14+HLA-DRlo/neg monocytes were associated
with more aggressive disease and suppressed immune
functions via multiple mechanisms including altering
STAT signaling, increasing IDO, arginase, iNOS, NOX2
and VEGF expression, preventing DC maturation, altering
co-stimulatory and cytokine expression and decreasing
antigen uptake as summarized in a recent review by
Laborde et al. [34]. In addition, others have shown that
CD14+HLA-DRlo/neg monocytes suppress T cell function
and proliferation by secreting arginase I, IDO, and TGF-
beta [35–37]. As the interaction between tumor cells and
monocytes appears to promote the loss of HLA-DR on
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monocytes [23, 16], we hypothesized that CD14+ mono-
cytes would likely be present in the tumor microenviron-
ment. In primary tumor tissues, both OS and ES tissues
had limited tumor-infiltrating lymphocytes but 87 % of OS
tissues (n = 8) had a significant (>50 %) CD14+ cell infil-
tration while 83 % of ES tissues (n = 6) had less than 25 %
CD14+ cell infiltration. We believe that the association of
greater tumor infiltration of CD14+ cells and greater num-
bers of CD14+HLA-DRneg cells with advanced disease
strongly suggests that these cells may be part of the patho-
genesis of these tumors and should be further investigated
as high priority targets for new therapies.
Conclusions
This study was designed to establish a global overview of
immune status in this rare patient cohort and to identify
immune phenotypes that are relevant to the pathology
of pediatric sarcomas. We have identified several im-
mune phenotypes that are altered in pediatric sarcomas
including elevated CD14+ HLA-DRlo/neg cells, elevated
CTLA-4+ T cells, and decreased CD4 T cells. This initial
exploration of immune phenotypes will likely need to be
validated in a larger cohort with fewer, more targeted
phenotypes. Additionally, future studies should be
followed by functional studies to further develop im-
munotherapy treatment protocols focusing on correcting
specific immune deficiencies. Specific targets of im-
munotherapy in OS and ES will likely include reconsti-
tution of the CD4 T cell pool, removing inherent
immune suppression (such as reversing the CTLA-4
phenotypes), reducing granulocytes and eliminating
CD14+ HLA-DRlo/neg cells. Recent trials applying im-
mune inhibitory pathway inhibitors such as anti-CTLA-
4 [38] and anti-PD-1 [39] agents in metastatic melanoma
demonstrated a significantly improved progression free
survival in patients and are a testament to the import-
ance of immune inhibitory pathways in cancer patho-
genesis. It is our belief that similar therapeutic strategies
may be effective in pediatric sarcomas. These studies in
combination with extensive immune characterization
may lead to improvements in matching appropriate ther-
apies to patients, improving appropriate treatment time
and identifying the correct immune modulating therapy
combinations for patients.
Additional files

Additional file 1: Antibodies used for flow cytometry along with
their corresponding cell phenotypes. (DOCX 17 kb)

Additional file 2: Gating strategies for selected phenotypes. Dot
plots and/or histograms showing the gating for CD14+HLA-DRlo/neg

monocytes (healthy volunteer and sarcoma patient; Top two rows) and
CTLA-4 (bottom two rows). (TIFF 219 kb)
Additional file 3: Immune phenotypes of HV and sarcoma patients.
Table of phenoyptes shows mean and standard deviation of healthy
volunteers (HV), pooled sarcoma patients, and patients subgrouped by
disease (osteogenic vs. Ewings’ sarcoma). P values are also listed among
the comparisons. (DOCX 40 kb)

Abbreviations
AP: Alkaline phosphatase; CTLA-4: Cytotoxic lymphocyte antigen 4;
EBV: Epstein-Barr virus; EDTA: Ethylenediaminetetraacetic acid; ES: Ewings’
Sarcoma; HLA: Human leukocyte antigen; HV: Healthy volunteers;
OS: Osteosarcoma; Tregs: Regulatory T cells; Y: Years.

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

Authors’ contributions
PH- Involved with designing the study, getting regulatory board approval,
consenting and enrolling patients, sample collection, data collection and
drafting the manuscript. MLM- Sample collection, data collection, data
analysis and drafting the manuscript. MPG- Data collection, data analysis and
drafting the manuscript. PD- Pathologist, tumor sample preparation, analysis
of IHC staining, review of the manuscript. RHA- Study design, review of
manuscript. MW- Consenting and enrolling patients, manuscript review.
FE- Consenting and enrolling patients, manuscript review. JW- Consenting
and enrolling patients, manuscript review. MJS- Obtaining adequate tumor
biopsies for tissue analysis. ABD- Study design, data analysis, manuscript
review. All authors read and approved the final manuscript.

Acknowledgments
This study was funded by the Phoenix Children’s Hospital Research Award
Committee Grant. We are thankful to the patients and their families who
chose to participate in this study. We would like to thank Dr. Eapen Jacob
for assistance in scoring the slides. Written informed consent was obtained
from the patient for publication of their individual details in this manuscript.
The consent form is held by the author’s institution and is available for
review by the Editor-in Chief.

Author details
1Center for Cancer and Blood Disorders, Phoenix Children’s Hospital, Phoenix,
AZ, USA. 2Human Cellular Therapy Lab, Department of Laboratory Medicine
and Pathology, Mayo Clinic, 200 First Street SW, Rochester, MN 55905, USA.
3Department of Pathology, Phoenix Children’s Hospital, Phoenix, AZ, USA.
4Orthopedic Oncology, Scottsdale, AZ, USA. 5Division of Experimental
Pathology, Department of Laboratory Medicine and Pathology, and Division
of Immunology, Mayo Clinic, Rochester, MN, USA.

Received: 13 March 2015 Accepted: 15 July 2015

References
1. Mirabello L, Troisi RJ, Savage SA. Osteosarcoma incidence and survival rates

from 1973 to 2004: data from the Surveillance, Epidemiology, and End
Results Program. Cancer. 2009;115:1531–43. doi:10.1002/cncr.24121.

2. Herzog CE. Sarcomas in adolescents and young adults: a summary of a
recent symposium. J Pediatr Hematol Oncol. 2005;27:177–8.

3. Chua I, Quinti I, Grimbacher B. Lymphoma in common variable
immunodeficiency: interplay between immune dysregulation, infection and
genetics. Curr Opin Hematol. 2008;15:368–74. doi:10.1097/
MOH.0b013e328302c7b6.

4. Moore Dalal K, Antonescu CR, Dematteo RP, Maki RG. EBV-Associated
Smooth Muscle Neoplasms: Solid Tumors Arising in the Presence of
Immunosuppression and Autoimmune Diseases. Sarcoma. 2008:859407.
doi:10.1155/2008/859407.

5. Carpenter EL, Mick R, Rech AJ, Beatty GL, Colligon TA, Rosenfeld MR, et al.
Collapse of the CD27+ B-cell compartment associated with systemic
plasmacytosis in patients with advanced melanoma and other cancers. Clin
Cancer Res. 2009;15:4277–87. doi:10.1158/1078-0432.CCR-09-0537.

6. Gajewski TF. Failure at the effector phase: immune barriers at the level of
the melanoma tumor microenvironment. Clin Cancer Res. 2007;13:5256–61.

http://www.immunotherapyofcancer.org/content/supplementary/s40425-015-0082-0-s1.docx
http://www.immunotherapyofcancer.org/content/supplementary/s40425-015-0082-0-s2.tif
http://www.immunotherapyofcancer.org/content/supplementary/s40425-015-0082-0-s3.docx
http://dx.doi.org/10.1002/cncr.24121
http://dx.doi.org/10.1097/MOH.0b013e328302c7b6
http://dx.doi.org/10.1097/MOH.0b013e328302c7b6
http://dx.doi.org/10.1155/2008/859407
http://dx.doi.org/10.1158/1078-0432.CCR-09-0537


Hingorani et al. Journal for ImmunoTherapy of Cancer  (2015) 3:35 Page 10 of 10
7. Bose A, Chakraborty T, Chakraborty K, Pal S, Baral R. Dysregulation in
immune functions is reflected in tumor cell cytotoxicity by peripheral blood
mononuclear cells from head and neck squamous cell carcinoma patients.
Cancer Immun. 2008;8:10.

8. Berghuis D, de Hooge AS, Santos SJ, Horst D, Wiertz EJ, van Eggermond
MC, et al. Reduced human leukocyte antigen expression in advanced-stage
Ewing sarcoma: implications for immune recognition. J Pathol.
2009;218:222–31.

9. Brinkrolf P, Landmeier S, Altvater B, Chen C, Pscherer S, Rosemann A, et al. A
high proportion of bone marrow T cells with regulatory phenotype (CD4 +
CD25hiFoxP3+) in Ewing sarcoma patients is associated with metastatic
disease. Int J Cancer. 2009;125:879–96.

10. Ackermann B, Tröger A, Glouchkova L, Körholz D, Göbel U, Dilloo D.
Characterization of CD34+ progenitor-derived dendritic cells pulsed with
tumor cell lysate for a vaccination strategy in children with malignant solid
tumors and a poor prognosis. Klin Padiatr. 2004;216:176–82.

11. Guo W, Guo Y, Tang S, Qu H, Zhao H. Dendritic cell-Ewing’s sarcoma cell
hybrids enhance antitumor immunity. Clin Orthop Relat Res. 2008;466:2176–83.

12. Geiger JD, Hutchinson RJ, Hohenkirk LF, McKenna EA, Yanik GA, Levine JE,
et al. Vaccination of pediatric solid tumor patients with tumor lysate-pulsed
dendritic cells can expand specific T cells and mediate tumor regression.
Cancer Res. 2001;61:8513–9.

13. Dagher R, Long LM, Read EJ, Leitman SF, Carter CS, Tsokos M, et al. Pilot
trial of tumor-specific peptide vaccination and continuous infusion
interleukin-2 in patients with recurrent Ewing sarcoma and alveolar
rhabdomyosarcoma: an inter-institute NIH study. Med Pediatr Oncol.
2002;38:158–64.

14. Mackall CL, Rhee EH, Read EJ, Khuu HM, Leitman SF, Bernstein D, et al. A
pilot study of consolidative immunotherapy in patients with high-risk
pediatric sarcomas. Clin Cancer Res. 2008;14:4850–8.

15. Appay V, Reynard S, Voelter V, Romero P, Speiser DE, Leyvraz S. Immuno-
monitoring of CD8+ T cells in whole blood versus PBMC samples.
J Immunol Methods. 2006;309:192–9.

16. Gustafson MP, Lin Y, New KC, Bulur PA, O’Neill BP, Dietz AB. Systemic
immune suppression in glioblastoma: the interplay between CD14 + HLA-
DRlo/neg monocytes, tumor factors, and dexamethasone. Neuro Oncol.
2010;12:631–44.

17. Chavan R, Salvador D, Gustafson MP, Dietz AB, Nevala W, Markovic SN.
Untreated stage IV melanoma patients exhibit abnormal monocyte
phenotypes and decreased functional capacity. Cancer Immunol Res.
2014;2:241–8.

18. Gustafson MP, Lin Y, LaPlant B, Liwski CJ, Maas ML, League SC, et al.
Immune monitoring using the predictive power of immune profiles.
J ImmunoTher Cancer. 2013;1:7.

19. Gustafson MP, Lin Y, Maas ML, Van Keulen VP, Johnson P, Peikert T, et al. A
method for identification and analysis of non-overlapping myeloid
immunophenotypes in humans. PLoS One. 2015;10, e0121546.

20. Lin Y, Gustafson MP, Bulur PA, Gastineau DA, Witzig TE, Dietz AB.
Immunosuppressive CD14 + HLA-DR(low)/- monocytes in B-cell non-
Hodgkin lymphoma. Blood. 2011;117:872–81.

21. Gustafson MP, Abraham RS, Lin Y, Wu W, Gastineau DA, Zent CS, et al.
Association of an increased frequency of CD14(+) HLA-DR(lo/neg)
monocytes with decreased time to progression in chronic lymphocytic
leukaemia (CLL). Br J Haematol. 2012;156:674–6.

22. Vuk-Pavlovic S, Bulur PA, Lin Y, Qin R, Szumlanski CL, Zhao X, et al.
Immunosuppressive CD14 + HLA-DRlow/- monocytes in prostate cancer.
Prostate. 2010;70:443–55.

23. Gustafson MP, Lin Y, Bleeker JS, Warad D, Tollefson MK, Crispen PL, et al.
Intratumoral CD14+ cells and circulating CD14 + HLA-DRlo/neg monocytes
correlate with decreased survival in patients with clear cell renal cell
carcinoma. Clin Cancer Res. 2015;epub ahead of print.

24. Shearer WT, Rosenblatt HM, Gelman RS, Oyomopito R, Plaeger S, Stiehm ER,
et al. Lymphocyte subsets in healthy children from birth through 18 years
of age: the Pediatric AIDS Clinical Trials Group P1009 study. J Allergy Clin
Immunol. 2003;112:973–80.

25. Comans-Bitter WM, de Groot R, van den Beemd R, Neijens HJ, Hop WC,
Groeneveld K, et al. Immunophenotyping of blood lymphocytes in
childhood. Reference values for lymphocyte subpopulations. J Pedatr.
1997;130:388–93.
26. Tosato F, Bucciol G, Pantano G, Putti MC, Sanzari MC, Basso G, et al.
Lymphocytes subsets reference values in childhood. Cytometry A.
2015;87:81–5.

27. Sorbye SW, Kilvaer TK, Valkov A, Donnem T, Smeland E, Al-Shibli K, et al.
Prognostic impact of peritumoral lymphocyte infiltration in soft tissue
sarcomas. BMC Clin Pathol. 2012;12:5.

28. De Angulo G, Hernandez M, Morales-Arias J, Herzog CE, Anderson P, Wolff J,
et al. Early lymphocyte recovery as a prognostic indicator for high-risk
Ewing sarcoma. J Pediatr Hematol Oncol. 2007;29:48–52.

29. Moore C, Eslin D, Levy A, Roberson J, Giusti V, Sutphin R. Prognostic
significance of early lymphocyte recovery in pediatric osteosarcoma. Pediatr
Blood Cancer. 2010;55.

30. Merchant MS, Melchionda F, Sinha M, Khanna C, Helman L, Mackall CL.
Immune reconstitution prevents metastatic recurrence of murine
osteosarcoma. Cancer Immunol Immunother. 2007;56:1037–46.

31. Contardi E, Palmisano GL, Tazzari PL, Martelli AM, Falà F, Fabbi M, et al.
CTLA-4 is constitutively expressed on tumor cells and can trigger apoptosis
upon ligand interaction. Int J Cancer. 2005;117:538–50.

32. Liu Y, He Z, Feng D, Shi G, Gao R, Wu X, et al. Cytotoxic T-lymphocyte
antigen-4 polymorphisms and susceptibility to osteosarcoma. DNA Cell Biol.
2011;30:1051–5.

33. Kawano M, Itonaga I, Iwasaki T, Tsumura H. Enhancement of antitumor
immunity by combining anti-cytotoxic T lymphocyte antigen-4 antibodies
and cryotreated tumor lysate-pulsed dendritic cells in murine osteosarcoma.
Oncol Rep. 2013;29:1001–6.

34. Laborde RR, Lin Y, Gustafson MP, Bulur P, Dietz AB. Cancer vaccines in the
world of immune suppressive monocytes (CD14 + HLA-DRlo/neg cells): the
gateway to improved responses. Front Immunol. 2014;5:147. doi:10.3389/
fimmu.2014.00147.

35. Filipazzi P, Valenti R, Huber V, Pilla L, Canese P, Iero M, et al. Identification of
a new subset of myeloid suppressor cells in pheripheral blood of
melanoma patients with modulation by a granulocyte-macrophage colony-
stimulation factor-based antitumor vaccine. J Clin Oncol. 2007;25:2546–53.

36. Poschke I, Mougiakakos D, Hansson J, Masucci GV, Kiessling R. Immature
immunosuppressive CD14 + HLA-DR-/low cells in melanoma patients are
Stat3hi and overexpress CD80, CD83, and DC-sign. Cancer Res.
2010;70:4335–45. doi:10.1158/0008-5472.

37. Mougiakakos D, Jitschin R, von Bahr L, Poschke I, Gary R, Sundberg B, et al.
Immunosuppressive CD14 + HLA-DRlow/neg IDO+ myeloid cells in patients
following allogeneic hematopoietic stem cell transplantation. Leukemia.
2013;27:377–88.

38. Hodi FS, O’Day SJ, McDermott DF, Weber RW, Sosman JA, Haanen JB, et al.
Improved survival with ipilimumab in patients with metastatic melanoma. N
Engl J Med. 2010;363.

39. Hamid O, Robert C, Daud A, Hodi FS, Hwu WJ, Kefford R, et al. Safety and
tumor responses with lambrolizumab (anti-PD-1) in melanoma. N Engl J
Med. 2013;369:134–44.
Submit your next manuscript to BioMed Central
and take full advantage of: 

• Convenient online submission

• Thorough peer review

• No space constraints or color figure charges

• Immediate publication on acceptance

• Inclusion in PubMed, CAS, Scopus and Google Scholar

• Research which is freely available for redistribution

Submit your manuscript at 
www.biomedcentral.com/submit

http://dx.doi.org/10.3389/fimmu.2014.00147
http://dx.doi.org/10.3389/fimmu.2014.00147
http://dx.doi.org/10.1158/0008-5472

	Abstract
	Background
	Methods
	Results
	Conclusions

	Background
	Methods
	Patients
	Immune-phenotyping peripheral blood from healthy volunteers and sarcoma patients
	Patient tissue samples and immunohistochemistry
	Multiparameter analysis and hierarchical clustering
	Statistical analysis

	Results
	Patient characteristics
	Pediatric sarcoma patients have an altered peripheral blood leukocyte distribution
	Pediatric sarcoma patients have evidence of immune modulating phenotypes
	Hierarchical clustering of immune phenotypes reveals immunosuppressive profiles in sarcoma patients
	Significant infiltration of CD14+ cells is present in osteosarcoma primary tumors

	Discussion
	Conclusions
	Additional files
	Abbreviations
	Competing interests
	Authors’ contributions
	Acknowledgments
	Author details
	References



