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CD45RA Foxp3M9" but not CD45RAFoxp3'®"”
suppressive T regulatory cells increased in the
peripheral circulation of patients with head and
neck squamous cell carcinoma and correlated
with tumor progression

Wei Sun"?!, Wei-Jin Li"*", Chang-You Wu?, Hua Zhong'? and Wei-Ping Wen'*"

Abstract

Background: T regulatory cells (Tregs) contribute to the progression of head and neck squamous cell carcinoma
(HNSCQ) by suppressing antitumor immunity. However, little is known regarding the functional heterogeneity of
Tregs in HNSCC patients.

Methods: Using multicolor flow cytometry, the frequency of three Treg subsets, separated on the basis of CD45RA
and Foxp3, from the peripheral circulation of newly-presenting HNSCC patients (19 oral cavity squamous cell
carcinoma, 20 hypopharyngeal squamous cell carcinoma, 18 nasopharyngeal squamous cell carcinoma, 19 oropharyngeal
squamous cell carcinoma, and 36 laryngeal squamous cell carcinoma) were assessed with regard to 31 healthy donors
and clinicopathological features. Moreover, the functional capacity of each Treg subsets was evaluated based on CD45RA
and CD25 expression.

Results: The frequency of Tregs in the peripheral circulation of HNSCC patients as a whole cohort was higher than in
healthy donors (P < 0.0001). However, the frequency of Tregs was similar between patients with oral cavity squamous cell
carcinoma and healthy donors (P = 0.269). Further dividing Tregs into three subsets based on Foxp3 and CD45RA
expression revealed that the frequency of CD45RA Foxp3™" Tregs and CD45RA Foxp3'°“CD4™ T cells in patients with
HNSCC developing from different subsites was higher than in healthy donors (P < 0.0001, P < 0.0001), whereas the
frequency of CD45RA Foxp3'®" Tregs was lower than in healthy donors (P < 0.0001). Functionally study revealed that
CD45RA™CD25™* Tregs significantly inhibit the proliferation of CD47CD25™ T cells (P < 0.001) and secrete lower levels of
cytokines (P < 0.01) compared with CD45RA"CD25CD4" T cells. Importantly, the frequency of CD45RA Foxp3™9" Tregs
positively correlate with tumor stage (P < 0.0001) and nodal status (P < 0.0001).

Conclusions: CD45RA Foxp3™9" Tregs increase in the peripheral circulation of HNSCC patients, and correlate with tumor
stage and nodal status; suggesting a role in tumor progression which may be manipulated by future immunotherapy.
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Background

Globally, head and neck cancer is the sixth most com-
mon type of cancer [1]. Approximately 90% of head
and neck cancer cases arise from organs lined by squa-
mous epithelium [2]. Despite new treatment modalities
(including surgical and adjuvant chemoradiotherapy)
and their success in terms of overall quality of life, sur-
vival rates for this disease have not improved in the
past 30 years [3].

It is widely recognized that the progression of head
and neck squamous cell carcinoma (HNSCC) is attrib-
uted to the peripheral immune tolerance to tumors [4].
Foxp3"CD25"CD4" T regulatory cells (Tregs), with im-
munosuppressive activity against tumor-specific T cell
responses, are one of the crucial players for immune tol-
erance [5,6].

To date, Tregs have been shown to be elevated in a
number of different cancers [7-13], including HNSCC
where it has been reported that Tregs increase in the
peripheral circulation when compared with healthy donors.
However, Tregs are not functionally homogeneous [14]. For
example, Zhou et al. [15] showed that CD4"Foxp3™ T cells
could transiently express lower levels of Foxp3 and leads to
the generation of pathogenic memory T cells. Allan et al.
[16] postulated that activated CD4" T cells, but without
regulatory activity, could express Foxp3. Hence, identifica-
tion of distinct Treg subsets and their functional abilities
might be more intriguing in antitumor immunity field.

Recently, Sakaguchi’s group demonstrated that human
Tregs can be dissected into three functionally distinct
subsets on the basis of CD45RA, Foxp3 and CD25
expression: CD45RA*Foxp3'™ Tregs (resting Tregs),
which are CD25"*, CD45RA Foxp3™&" Tregs (activated
Tregs), which are CD25"**, and CD45RA Foxp3'°*CD4*
T cells (cytokine-secreting non-suppressive T cells), which
are CD25"" [14]. Based on this classification of human
Tregs, subsequent studies showed that the frequency and
function of these Treg subsets vary in different disease
models, including systemic lupus erythematosus, sarcoid-
osis, and aplastic anemia [14,17,18]. However, the charac-
terizations of these functionally distinct Treg subsets in
HNSCC are unknown.

When assessing the Treg subsets it is important not
only to examine their characteristics in HNSCC patients
as a whole cohort, but also to investigate their variations
in patients with HNSCC developing from different ana-
tomic subsites, as the various subsites of HNSCC are
known to have different etiology and survival rates. To
our knowledge, this is the first study to use the
CD45RA, Foxp3, and CD25 markers to study both the
frequency and function of three distinct Treg subsets in
the peripheral circulation of newly-presenting HNSCC
patients in relation to tumor subsites, tumor stage and
nodal status.
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Materials and methods

Patients and healthy donors

From September 2012 to February 2014, 112 HNSCC
patients were enrolled in the present study [19 oral cavity
squamous cell carcinoma (OCSCC), 20 hypopharyngeal
squamous cell carcinoma (HPSCC), 18 nasopharyngeal
squamous cell carcinoma (NPSCC), 19 oropharyngeal
squamous cell carcinoma (OPSCC), and 36 laryngeal
squamous cell carcinoma (LSCC)]. Patients were diag-
nosed at the Department of Otorhinolaryngology, the First
Affiliated Hospital of Sun Yat-sen University without any
previous oncological treatment. Healthy age-matched do-
nors (29 males and 2 female with a mean age of 45 years;
range: 38—81) were enrolled as controls. The main clinical
and pathologic characteristics of the patients are presented
in Table 1. Clinical staging and the anatomic subsites of
the tumors were assessed according to the 6th edition of
the Union Internationale Contre Cancer (UICC 2008)
tumor-node-metastasis classification of malignant tumors.

Ethics statements

The study protocol (No. 2012-349) was approved by the
ethic Committee of The First Affiliated Hospital of Sun
Yat-sen University, and was used for research purposes
only. Patient and healthy donor (HD) informed consent
was obtained before enrollment.

Table 1 Clinicopathological features of 112 HNSCC
patients who donated peripheral blood for this study

Characteristics Number
Age (years) mean (range) 47 (37-83)
Gender

Male 108

Female 4

Total 112
Tumor site

Oral cavity 19

Hypopharynx 20

Nasopharynx 18

Oropharynx 19

Larynx 36
Tumor stage

T, 46

T34 66
Nodal status

No 70

N* 42
M stage

Mo 112

My 0

HNSCC, Head and neck squamous cell carcinoma.
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Collection of peripheral blood

Peripheral blood lymphocytes (PBLs) were isolated from
peripheral venous blood as previously described [19].
Isolated cells were immediately re-suspended in 100 pl
flow cytometry staining buffer (eBioscience, San Diego,
CA, USA) for surface and intracellular staining.

Antibodies and reagents

Freshly obtained human PBLs were stained with the
following anti-human monoclonal antibodies: anti-
CD3-eFluor 605NC (0.25 pg/100 pl), anti-CD4-FITC
(1.0 pg/100 pl), anti-CD25-APC (0.125 pg/100 pl), and
anti-CD45RA-eFluor 450 (0.5 pg/100 pl) for surface
staining. Anti-Foxp3-PE (0.25 pg/100 pl), anti-tumor
necrosis factor-alpha (TNF-a)-Alexa Fluor 700 (0.25 pg/
100 pl), anti-interleukin-2 (IL-2)-PE-Cy7 (0.125 pg/100 ul),
anti-interferon-gamma (IFN-y)-APC-eFluor780 (0.25 pg/
100 pl), and anti-hinterleukin-17 (IL-17)-PerCP-Cy5.5
(0.125 pug/100 pl) for intracellular staining. Soluble anti-
CD3 (OKT3, 0.5 pg/ml) and anti-CD28 (CD28.2, 2 ug/
ml) mAb were used for in vitro activation of T cells. All
antibodies and isotype controls were purchased from
eBioscience (San Diego, CA, USA).

Multicolor flow cytometry

Multicolor flow cytometry was done using a Ten-Color
(3 laser: 488 nm blue, 638 nm red, and 405 nm violet)
Gallios Flow Cytometer (Beckman Coulter, Hercules, CA,
USA) equipped with Gallios Software v1.0. The acquisition
and analysis gates for PBLs (5 x 10*) were determined by
characteristic forward and side-scatter properties of lym-
phocytes. Furthermore, analysis gates were restricted to
the CD3*CD4" T-cell subsets. CD45RA “Foxp3'®" Tregs
(I), CD45RA “Foxp3"" Tregs (II), and Foxp3'""CD45RA"
T cells (III) were determined as previously described [14].
Cells expressing surface and intracellular markers were
acquired and analyzed on a logarithmic scale from FL1
to FLO.

Surface and intracellular staining

To determine the frequency of three distinct Treg sub-
sets, both cell surface and intracellular staining was
performed. Briefly, mAbs against surface markers CD3,
CD4, CD25, and CD45RA were added to the cell suspen-
sion (1 x 107 cells/100 pl) and incubated on ice for 30 -
minutes in the dark. After washing twice, cells were fixed
and permeabilized on ice with fixation/permeabilization
buffer (eBioscience, San Diego, CA, USA) for 1 hour in
the dark. Cells were then washed twice and incubated with
intracellular mAbs for 1 hour at room temperature in the
dark. After intracellular staining, cells were washed twice
and examined by multicolor flow cytometry. Appropriate
isotype Ab controls were included for each sample.
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Cell culture

RPMI 1640 medium supplemented with 10% fetal bovine
serum, 100 IU/ml penicillin, and 100 mg/ml streptomycin
(Sigma, St. Louis, MO) was used for T cell culture.

In vitro suppression assay of three distinct Treg subsets
Stained cells (mAbs against CD3, CD4, CD25, and
CD45RA) at a concentration of 5x 107 cells/100 pl
were sorted using a FACS cell sorter (BD Influx, BD
Biosciences). Three Treg subsets were prepared as live cells
as previously described [14]; ie., FoxpBl"WCDZLSRA+ (I,
Foxp3Me"CD45RA™ (II), and Foxp3'"“CD45RA™ cells
(III) were prepared by sorting as CD25""CD45RA",
CD25"""CD45RA ", and CD25""CD45RA " CD4" T cells,
respectively. For HNSCC patients, Additional file 1:
Figure S1 demonstrates that the degree of CD25 expres-
sion in CD45RA'CD25"" Tregs, CD45RACD25"""
Tregs, and CD45RACD25""CD4" T cells are pro-
portional to Foxp3 expression in CD45RA*Foxp3'°"
Tregs, CD45RA Foxp3™&" Tregs, and CD45RA Fox-
p3'°Y CD4" T cells, respectively.

After sorting, 1 x 10* responder cells (CD25 CD45RA*
CD4" T cells) were labeled with 1 uM carboxyfluorescein
diacetate succinimidyl ester (CFSE) (eBioscience, San
Diego, CA, USA) and co-cultured with unlabeled CD25""
CD45RA", CD25"""CD45RA ", or CD25"*CD45RA™ CD4
* T cells and assessed for their suppressive activities.
Soluble anti-CD28 (2 pg/ml) and plate-bound anti-CD3
(0.5 pg/ml) was used to activate T cells in 96-well round-
bottom plates, and cells harvested and analyzed by flow
cytometry after 86 h of co-culture. All CFSE data were
analyzed using the ModFit software provided by Verity
Software House (Topsham, USA). The percentages of sup-
pression were determined based on the proliferation index
(PI) of responder cells alone (100% proliferation, 0% sup-
pression) compared with the PI of responders co-cultured
(1:1 ratio) with each Treg subset.

Secretory functions of three distinct Treg subsets

To examine secretory function, sorted CD25""CD45RA",
CD25""*CD45RA™, or CD25""CD45RA™ CD4" T cells
were stimulated with a cocktail of phorbol 12-myristate 13-
acetate (PMA), ionomycin, and Golgi stop (brefeldin A and
monensin) (eBioscience, San Diego, CA, USA) for 5 h.
Then, intracytoplasmic expression of IL-2, IL-17, TNF-a,
and IFN-y were assessed using intracellular staining.

Statistical analysis

Statistical analysis was performed with the SPSS software
(SPSS Standard version 13.0, IBM, Chicago, IL, USA). The
Mann—Whitney U-test or Kruskal-Wallis test was used for
analyzing differences between data sets without normal dis-
tribution. Differences between independent data sets, with
normal distribution, were analyzed using the Student's t-test.
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Results

Prevalence of three distinct Treg subsets in the peripheral
circulation of 112 HNSCC patients

Figure 1A illustrates the gating strategy used to identify
the frequency of CD25"Foxp3" Tregs in the total CD3
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"CD4" T cells. The frequency of these Tregs in the per-
ipheral circulation of HNSCC patients as a whole cohort
was higher than in HD (8.12+2.34% vs. 5.44 + 1.92%,
P <0.0001) (Figure 1B), consistent with previous find-
ings [10]. The frequency of three Treg subsets was then
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Figure 1 Percentage of Treg subsets in 112 HNSCC patients. (A) Gating strategy used is illustrated. (B) Flow dot plots of Foxp3*CD25" Tregs
for one representative HD (left) and HNSCC patient (middle). Percentage (means = SD) of Foxp3*CD25" Tregs in HNSCC patients or HD (right).
(C) Flow dot plots of each Treg subset (I: CD45RA Foxp3®” Tregs; Il: CD45RA Foxp3Mon Tregs; IIl CD45RA Foxp3°CD4" T cells) for one representative
HD (left) and HNSCC patient (right). (D) Percentage (means + SD) of each Treg subset in HNSCC patients or HD. HNSCC: head and neck squamous cell
carcinoma. HD: healthy donors. Statistical comparisons were performed using the Mann-Whitney U-test.
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evaluated based on CD45RA and Foxp3 expression. The
novelty of this study was that the frequency of CD45RA
“Foxp3"&" Tregs (2.23 + 0.98% vs. 0.77 + 0.49%, P < 0.0001)
and CD45RA Foxp3'>"CD4" T cells (5.36 + 1.63% vs. 3.70
+1.58%, P <0.0001) in HNSCC patients was higher than in
HD, whereas the frequency of CD45RA"Foxp3'™™ Tregs in
HNSCC patients was lower than in HD (0.53 + 0.24% vs.
0.98 £ 0.61%, P < 0.0001) (Figure 1C, D).

Suppressive and secretory function of three distinct Treg
subsets

The suppressive activity of each Treg subset from 12
randomly selected HNSCC patients was assessed by
their ability to suppress the proliferation of autologous T
cell populations (CD25 CD45RA*CD4"). When each Treg
subset isolated from HNSCC patients was co-cultured
(1:1 ratio) with CD25 CD45RA"CD4" responder cells,
both CD45RACD25""" and CD45RA'CD25"" Tregs
consistently induced a greater percentage of suppres-
sion compared with CD45RA™CD25""CD4" T cells
(90.34.+3.22% vs. 10.81 + 1.64%, P < 0.001; 88.60 + 4.86%
vs. 10.81 + 1.64%, P <0.001, respectively) (Figure 2A-E).
However, each Treg subset didn’t inhibit the cytokine
production by responder cells (P >0.05) (Additional
file 2: Figure S2), which is in parallel with previous
studies [20,21].

Moreover, functional cytokine patterns in three Treg
subsets from 9 HNSCC patients were also studied after
ex vivo stimulation. Our results showed that CD45RA
“CD25""CD4" T cells secreted significantly higher amount
of IL-2 (P =0.004, P =0.01), IFN-y (P <0.001, P <0.001)
and TNF-a (P <0.001, P =0.005) than did CD45RA
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“CD25"" or CD45RACD25™" Tregs, whereas IL-17 pro-
duction remained the same (P > 0.05) (Figure 3A, B).

Prevalence of three distinct Treg subsets in HNSCC
patient subgroups

Dividing the HNSCC patient cohort by tumor subsite
demonstrated that the frequency of Tregs in patients with
OPSCC (8.93+1.49%, P <0.0001), LSCC (8.09 + 1.66%,
P <0.0001), HPSCC (9.68 +£1.94%, P <0.0001), and
NPSCC (8.58 +2.62%, P <0.0001) was higher than in
HD (5.44 + 1.92%). However, the frequency of Tregs was
similar between OCSCC patients and HD (5.70 + 1.56%
vs. 544+ 1.92%, P = 0.269).

The frequency of CD45RA Foxp3™&" Tregs in patients
with OCSCC (1.06 £ 0.36%, P =0.006), OPSCC (2.54 +
0.42%, P < 0.0001), LSCC (2.36 + 0.92%, P < 0.0001), HPSCC
(251 +£0.76%, P <0.0001), and NPSCC (2.69 + 1.12%, P <
0.0001) was higher than in HD (0.77 + 0.49%), whereas the
frequency of CD45RAFoxp3'" Tregs in patients with
OCSCC (0.39+0.17%, P <0.0001), OPSCC (0.52 + 0.16%,
P =0.002), LSCC (0.62 + 0.28%, P = 0.008), HPSCC (0.58 +
0.24%, P = 0.003), and NPSCC (0.55 + 0.21%, P = 0.002) was
lower than in HD (0.98 + 0.61%).

The frequency of CD45RA Foxp3'>*CD4" T cells in pa-
tients with OPSCC (5.86 + 1.26%, P < 0.0001), LSCC (5.10 +
1.14%, P <0.0001), HPSCC (6.63 + 1.67%, P <0.0001), and
NPSCC (5.37 £ 1.66%, P =0.002) were higher than in HD
(3.70 £ 1.58%). However, the frequency of CD45RA
“Foxp3'°“CD4* T cells was similar between OCSCC
patients (4.24 + 1.31%) and HD (3.70 + 1.58%) (P =0.093)
(Figure 4A-C).
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Figure 2 Percentage of suppression by each Treg subset on the proliferation of responder T cells. (A-D) CFSE dilution by 1x 10" labeled
CD4*CD25 CD45RA™ T cells (responder T cells) assessed after 86 hr of TCR-stimulated co-culture with indicated Treg subset at a 1 to 1 ratio. Flow
plots for one representative HNSCC patient. Percentage of suppression is indicated. In each histogram, the lines indicate the parent population
1,2, 3... from right to left. (E) The histogram represents the mean percentages of
suppression + SD (n = 12). HNSCC: head and neck squamous cell carcinoma. Statistical comparisons were performed using the Student’s t-test.
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Figure 3 Cytokine production of each Treg subset. (A) Production of IL-17, IL-2, IFN-y, and TNF-a by each Treg subset after stimulation
with PMA + ionomycin, and percentage of cytokine-secreting cells in each Treg subset is shown. Data are representative of 9 separate
experiments. (B) The histogram represents the cytokine expression profiles of each Treg subset. Statistical comparisons were performed
using the Student’s t-test.

Relationship between three Treg subsets and tumor sites

The frequency of CD45RA Foxp3"®" Tregs in patients with
OPSCC (2.54+042%, P <0.0001), LSCC (2.36 £ 0.92%,
P <0.0001), HPSCC (2.51 + 0.76%, P < 0.0001), and NPSCC
(269 +£1.12%, P <0.0001) was higher than in OCSCC pa-
tients (1.06 + 0.36%). There was no significant difference in
the frequency of CD45RA Foxp3™€" Tregs between

patients with OPSCC, LSCC, HPSCC, and NPSCC (P >
0.05). Moreover, there was no significant difference in the
frequency of CD45RA*Foxp3'® Tregs between patients
with OCSCC, OPSCC, LSCC, HPSCC, and NPSCC (P >
0.05). The frequency of CD45RA Foxp3'>“CD4* T cells
in HPSCC patients was higher than in OCSCC patients
(6.63 £1.67% vs. 4.24 + 1.31%, P < 0.0001) (Figure 4B).
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Figure 4 Percentage of Treg subsets in HNSCC patient subgroups. (A) Flow dot plots of Tregs (Foxp3'®" and Foxp3"'9" Tregs) (top) and
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HD and patients with HPSCC, NPSCC, OPSCC, and LSCC. (B) Percentage (means + SD) of Tregs and each Treg subset in HNSCC patient
subgroups or HD. (C) Different proportions (means) of each Treg subset in HNSCC patient subgroups are presented. HD: healthy donors.
OCSCC: oral squamous cell carcinoma. HPSCC: hypopharyngeal squamous cell carcinoma. NPSCC: nasopharyngeal squamous cell carcinoma.
OPSCC: oropharyngeal squamous cell carcinoma. LSCC: laryngeal squanmous cell carcinoma. Statistical comparisons were performed using
the Kruskal-Wallis test.
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Relationship between three Treg subsets and tumor
progression

The frequency of CD45RA Foxp3"®" Tregs in patients with
T3_4 or N* was higher than in patients with T; 5 or N,
respectively (Ts_4 vs. Ty 5 2.81 £0.89% vs. 1.83 +0.82%,
P <0.0001; N vs. Ny: 2.92 +1.03% vs. 1.81 £0.65%, P <
0.0001).

The frequency of CD45RA *Foxp3'® Tregs did not dif-
fer between patients with T3_, and T;_, (0.52 + 0.18% vs.
0.54+ 0.28%, P = 0.834) or with N* and N, (0.50 + 0.17%
vs. 0.55+0.17%, P =0.556). The frequency of CD45RA
“Foxp3'°"CD4" T cells in patients with T5_, or N* was
higher than in patients with T;_, or Ny, respectively (T5_4
vs. Ti_p: 6.26 +1.39% vs. 4.73 + 1.49%, P <0.0001; N* vs.
No: 6.07 + 1.81% vs. 4.93 + 1.36%, P < 0.0001) (Table 2).

Discussion

Tregs have been suggested to contribute to HNSCC
progression by suppressing antitumor immunity [4]. Al-
though Tregs in the peripheral circulation of HNSCC
patients have been investigated previously, most of these
studies were focused on the frequency and suppressive
function of CD25" Tregs or CD25"€" Tregs [10,22-24],
and the functional heterogeneity of Tregs was not fully in-
vestigated. To expand the understanding of functionally
distinct Treg subsets in HNSCC, we recruited a cohort of
112 newly-presenting HNSCC patients that had not re-
ceived any previous treatment for cancer. The use of the
CD45, Foxp3, and CD25 markers has allowed both the
frequency and the function of three distinct Treg subsets
in the circulation of HNSCC patients with tumors of vary-
ing stage and nodal status to be determined.

There is evidence that Tregs are negative prognostic
factors for patients with types of human malignancies
[7,8,25]. In contrast to these results, however, previous
studies of Tregs in HNSCC showed different conclu-
sions. For example, Pretscher et al. [26] showed that
higher levels of Tregs do not show any significant influ-
ence on outcome of oro- and hypopharyngeal carcinoma
patients, and other HNSCC studies even showed that
expansion of Tregs is significant prognostic factor re-
lated to better locoregional control and overall survival
[27,28]. This apparent confusion regarding the role of
Tregs in prognosis of cancer patients might be explained
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by the functional heterogeneity of Tregs or the nature of
tumor type, or some combination of the two.

Hence, to understand the heterogeneous role of Tregs,
Tregs in the peripheral circulation of 112 HNSCC pa-
tients were dissected into three functionally distinct
subsets based on the expression of CD45RA, Foxp3,
and CD25, and our results showed that although the fre-
quency of Tregs in HNSCC patients was higher than in
healthy age-matched donors, which is in agreement with
previous studies [10,22], both the frequency and function
of these three Treg subsets varied in HNSCC patients; i.e.,
the frequency of CD45RA Foxp3™&" suppressive Tregs
in HNSCC patients was higher than in healthy donors,
whereas the frequency of CD45RA"Foxp3'™" Tregs was
lower, suggesting that CD45RA"Foxp3'® Tregs may be
swiftly converted into CD45RA Foxp3"8" Tregs immedi-
ately after migrating from the thymus or having been per-
ipherally generated [14]. Although we are not aware of
this phenomenon in human malignancies, the conversion
of CD45RA*Foxp3'®” Tregs to CD45RA Foxp3"&" Tregs
has been found in other pathological conditions, such as
sarcoidosis [14].

Sakaguchis’s group defined CD45RA Foxp3'°¥CD4*
T cells as cytokine-secreting non-Tregs for their ability
to secrete several cytokines (IL-2, IL-17, and IFN-y). In
their disease models, including sarcoidosis and systemic
lupus erythematous, the frequency of CD45RA Fox-
p3'°CD4" T cells (non-Tregs) and CD45RA Foxp3"e"
Tregs was reversed [14]. However, in our observations of
HNSCC, CD45RA Foxp3'°“CD4" T cells were increased
in parallel with CD45RA Foxp3™€" Tregs in HNSCC pa-
tients. We have found that this Treg subset secreted high
amount of effector cytokines, but did not have suppressive
activity in vitro. We hypothesized that the CD45RA Fox-
p3'°CD4" T cells could be a heterogeneous Treg subset
in HNSCC. They might be non-Tregs and could differenti-
ate into effector T cells as others have proposed [16]. The
increased frequency of this subset might be the result of
antigen exposure in tumor microenvironment [29]. Fur-
ther studies regarding the role of this subset in HNSCC,
including the function and differentiation, will be more
intriguing in future. Taken together, our data suggest
that we should carefully identify distinct Treg subsets
rather than the whole population of Tregs in the study

Table 2 Relationship between Treg subsets and tumor progression

CD45RA Foxp3Mieh P CD45RA* Foxp3'°¥ P CD45RA Foxp3'" P
Tregs (%) Tregs (%) CD4" T cells (%)
Tioz 1834082 054+0.28 473+149
Tsa 281+089 <0.0001 0524018 0834 626+ 139 <0.0001
No 1814065 055+0.17 493+136
N* 292+103 <0.0001 050+0.17 0556 607 + 181 <0.0001

Statistical comparisons were performed using the Mann-Whitney U-test.
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of HNSCC, and that CD45RA Foxp3"&" Tregs might be
the potential selective targeting factors in future HNSCC
immunotherapy.

HNSCC develop from anatomically defined locations
within the upper aerodigestive tract: larynx, hypopharynx,
oral cavity, oropharynx, nasopharynx, and nasal cav-
ity. Those tumors arising from different subsites are
frequently grouped together in previous research
studies [10,27,28], but the various subsites are known
to have different etiology and survival rates for the
same stage of disease. Hence, it should be necessary
to evaluate the variation of Tregs among HNSCC pa-
tient subgroups.

The present study showed that there was no significant
difference in the frequency of Tregs between OCSCC
patients and healthy donors. This is in contrast to the
majority of results reported by previous HNSCC studies
where Tregs have been found to be increased in the
cancer patients [10,22,30,31]. However, not all cancer
publications report an elevated trend, with some ob-
serving no significant difference in the frequency of
Tregs in the peripheral circulation of patients and
healthy donors, including one study examining oral
SCC [32,33]. It is perhaps not surprising that results
between studies are inconsistent, with the use of differ-
ent markers to identify Tregs and a heterogeneous can-
cer population. These biological and methodological
factors are likely to cause differences in reported Tregs
behavior. In spite of the above-described phenomenon,
we showed for the first time that the frequency of
CD45RA Foxp3"" Tregs with suppressive activity in
OCSCC patients was higher than in healthy donors.
Again, these findings suggest us to identify CD45RA
“Foxp3™&" Tregs rather than the whole population of
Tregs in the study of HNSCC.

In the study of the association between CD45RA Fox-
p3"&" Tregs and tumor sites, the frequency of CD45RA
“Foxp3"&" Tregs was similar between patients with
HPSCC, NPSCC, OPSCC, and LSCC. These findings
were partially in parallel with previous HNSCC investi-
gations which showed that there was no significant
association between the frequency of Tregs and tumor
sites, including the larynx and oropharynx [24,33].
Although the frequency of CD45RA Foxp3"&" Tregs
did not differ between patients with HPSCC, NPSCC,
OPSCC, and LSCC, it was found that HNSCC patients
with advanced stage tumors and those that metasta-
sized to the lymph nodes had significantly increased
levels of CD45RA Foxp3"&" Tregs in comparison to
patients with early stage tumors and no nodal involve-
ment, respectively; in contrast to previous HNSCC
studies which found no differences [10,22-24]. However,
recent studies of HNSCC showed that CD127"°%/" Tregs
(including CD4"CD25™“CD127"°"" and CD4'CD25""
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CD127"°"" Tregs) or CD4*CD25"Foxp3* Tregs are associ-
ated with advanced stage and nodal involvement [33,34].
This is hypothesized to be due to the different phenotypes
used to identify Tregs and the composition of the patient
cohorts.

Conclusions

The present study provides evidence to support the
notion of heterogeneous Treg subsets in the peripheral
circulation of HNSCC patients. CD45RA Foxp3™e! Tregs
(one distinct Treg subset) significantly increase in the per-
ipheral circulation of HNSCC patient subgroups. Import-
antly, CD45RA Foxp3"&" Tregs positively correlate with
tumor progression. The present findings provide im-
portant information of the future design of immuno-
therapeutic strategies for HNSCC patients, for example
by monoclonal antibodies (anti-PD-1 Ab and anti-CTLA-
4 Ab), to reduce the expansion, survival and suppressive
function of the Tregs responsible for HNSCC-specific im-
mune suppression — as ever the problem remains effective,
specific targeting.

Additional files

Additional file 1: Figure S1. Relationship between expression levels of
CD25 vs. CD45RA and Foxp3 vs. CD45RA in PB CD4+ T cells of HNSCC
patients. The degree of CD25 expression in CD45RA + CD25++ Tregs (Fraction
1), CD45RA-CD25+++ Tregs (Fraction 2), and CD45RA-CD25++CD4+ T cells
(Fraction 3). (a) are proportional to Foxp3 expression in CD45RA +
Foxp3low Tregs (Fraction ), CD45RA-Foxp3high Tregs (Fraction II), and
CD45RA-Foxp3low CD4+ T cells (Fraction Ill), respectively (b). Gating
strategy used is illustrated as follows: CD45RA-CD25+ cells with red
background fluorescence (x-axis) were defined as CD45RA-CD25+ (CD25low).
The CD45RA + CD25++ (CD25inter) gate (Fraction 1) was adjusted to
contain CD45RA +T cells that express CD25 more brightly than
CD45RA-CD25+ (CD25low). The CD45RA-CD25+++ (CD25high) gate
(Fraction 2) was adjusted to contain CD45RAT cells exceeding the level
of CD25 expression on CD45RA + CD25++ (CD25inter) cells. The
CDA45RA-CD25++ (CD25inter) gate (Fraction 3) was adjusted to contain
CDA45RAT cells with the same level of CD25 expression as CD45RA + CD25++
(CD25inter) cells.

Additional file 2: Figure S2. Cytokine production by responder T cells.
The histograms represent the cytokine expression profiles of responder
cells co-cultured with CD45RA + CD25++, CD45RA-CD25+++, or Tregs
CDA45RA-CD25++CD4+ T cells (P > 0.05). Data are representative of 9 separate
experiments. Statistical comparisons were performed using the Student’s
t-test.

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

Authors’ contributions

WS and WPW conceived and designed the experiments. WS, WIL, and CYW
performed the experiments and analyzed the data. WJL performed the
statistical analysis. WJL and HZ made substantial contribution to collecting
blood samples. WS and WPW wrote the manuscript. All authors have read
and approved the final manuscript.

Acknowledgements
This work was supported by the National Natural Science Foundation of
China (Grant No. 81271055/H1301).


http://www.biomedcentral.com/content/supplementary/1756-9966-33-35-S1.pdf
http://www.biomedcentral.com/content/supplementary/1756-9966-33-35-S2.pdf

Sun et al. Journal of Experimental & Clinical Cancer Research 2014, 33:35
http://www.jeccr.com/content/33/1/35

Author details

'Department of Otorhinolaryngology Head and Neck Surgery, the First
Affiliated Hospital of Sun Yat-sen University, 2nd Zhongshan Road 584,
Guangzhou 510080, Guangdong, P.R. China. “Institute of
Otorhinolaryngology Head and Neck Surgery, Sun Yat-sen University, 2nd
Zhongshan Road 58#, Guangzhou 510080, Guangdong, P.R. China. “Institute
of Immunology, Zhongshan School of Medicine, Sun Yat-sen University, 2nd
Zhongshan Road 74#, Guangzhou 510080, Guangdong, P.R. China.

Received: 28 March 2014 Accepted: 20 April 2014
Published: 25 April 2014

References

1. Parkin DM, Bray F, Ferlay J, Pisani P: Global cancer statistics, 2002. CA Cancer J
Clin 2005, 55:74-108.

2. Curado MP, Hashibe M: Recent changes in the epidemiology of head and
neck cancer. Curr Opin Oncol 2009, 21:194-200.

3. Forastiere A, Koch W, Trotti A, Sidransky D: Head and neck cancer. N Engl J
Med 2001, 345:1890-1900.

4. Alhamarneh O, Amarnath SM, Stafford ND, Greenman J: Regulatory T cells:
what role do they play in antitumor immunity in patients with head and
neck cancer? Head Neck 2008, 30:251-261.

5. Khazaie K, von Boehmer H: The impact of CD4 + CD25+ Treg on tumor
specific CD8+ T cell cytotoxicity and cancer. Semin Cancer Biol 2006,
16:124-136.

6. Zou W: Regulatory T cells, tumour immunity and immunotherapy.

Nat Rev Immunol 2006, 6:295-307.

7. Kobayashi N, Hiraoka N, Yamagami W, Ojima H, Kanai Y, Kosuge T, Nakajima
A, Hirohashi S: FOXP3+ regulatory T cells affect the development and
progression of hepatocarcinogenesis. Clin Cancer Res 2007, 13:902-911.

8. Kono K, Kawaida H, Takahashi A, Sugai H, Mimura K, Miyagawa N, Omata H,
Fujii H: CD4(+) CD25high regulatory T cells increase with tumor stage in
patients with gastric and esophageal cancers. Cancer Immunol Immunother
2006, 55:1064-1071.

9. Okita R, Saeki T, Takashima S, Yamaguchi Y, Toge T: CD4 + CD25+
regulatory T cells in the peripheral blood of patients with breast cancer
and nonsmall cell lung cancer. Oncol Rep 2005, 14:1269-1273.

10. Strauss L, Bergmann C, Gooding W, Johnson JT, Whiteside TL: The
frequency and suppressor function of CD4 + CD25highFoxp3+ T cells in
the circulation of patients with squamous cell carcinoma of the head
and neck. Clin Cancer Res 2007, 13:6301-6311.

11, Sofra M, Fei PC, Fabrizi L, Marcelli ME, Claroni C, Gallucci M, Ensoli F,
Forastiere E: Immunomodulatory effects of total intravenous and
balanced inhalation anesthesia in patients with bladder cancer
undergoing elective radical cystectomy: preliminary results. J Exp Clin
Cancer Res 2013, 32:6.

12. ChenY, Zhang H, Liao W, Zhou J, He G, Xie X, Fei R, Qin L, Wei L, Chen H:
FOXP3 gene polymorphism is associated with hepatitis B-related
hepatocellular carcinoma in China. J Exp Clin Cancer Res 2013, 32:39.

13. Ma R, Jiang T, Kang X: Circulating microRNAs in cancer: origin, function
and application. J Exp Clin Cancer Res 2012, 31:38.

14.  Miyara M, Yoshioka Y, Kitoh A, Shima T, Wing K, Niwa A, Parizot C, Taflin C,
Heike T, Valeyre D, Mathian A, Nakahata T, Yamaguchi T, Nomura T, Ono M,
Amoura Z, Gorochov G, Sakaguchi S: Functional delineation and
differentiation dynamics of human CD4+ T cells expressing the Foxp3
transcription factor. Immunity 2009, 30:899-911.

15. Zhou X, Bailey-Bucktrout SL, Jeker LT, Penaranda C, Martinez-Llordella M,
Ashby M, Nakayama M, Rosenthal W, Bluestone JA: Instability of the
transcription factor Foxp3 leads to the generation of pathogenic memory T
cells in vivo. Nat Immunol 2009, 10:1000-1007.

16.  Allan SE, Crome SQ, Crellin NK, Passerini L, Steiner TS, Bacchetta R,
Roncarolo MG, Levings MK: Activation-induced FOXP3 in human T
effector cells does not suppress proliferation or cytokine production.

Int Immunol 2007, 19:345-354.

17. Kordasti S, Marsh J, Al-Khan S, Jiang J, Smith A, Mohamedali A, Abellan PP,
Veen C, Costantini B, Kulasekararaj AG, Benson-Quarm N, Seidl T, Mian SA,
Farzaneh F, Mufti GJ: Functional characterization of CD4+ T cells in aplastic
anemia. Blood 2012, 119:2033-2043.

18.  Buckner JH: Mechanisms of impaired regulation by CD4(+) CD25(+)
FOXP3(+) regulatory T cells in human autoimmune diseases. Nat Rev
Immunol 2010, 10:849-859.

20.

21.

22.

23.

24.

25.

26.

27.

28.

29.

30.

31.

32.

33

34,

Page 10 of 10

Li L, Wu CY: CD4+ CD25+ Treg cells inhibit human memory gammadelta
T cells to produce IFN-gamma in response to M tuberculosis antigen
ESAT-6. Blood 2008, 111:5629-5636.

Pandiyan P, Xheng L, Ishihara S, Reed J, Lenardo MJ: CD4 + CD25 + Foxp3+
regulatory T cells induce cytokine deprivation-mediated apoptosis of
effector CD4+ T cells. Nat Immunol 2007, 8:1353-1362.

Shevach EM: Mechanisms of foxp3+ T regulatory cell-mediated
suppression. Immunity 2009, 30:636-645.

Lau KM, Cheng SH, Lo KW, Lee SA, Woo JK, van Hasselt CA, Lee SP,
Rickinson AB, Ng MH: Increase in circulating Foxp3 + CD4 + CD25 (high)
regulatory T cells in nasopharyngeal carcinoma patients. Br J Cancer
2007, 96:617-622.

Boucek J, Mrkvan T, Chovanec M, Kuchar M, Betka J, Boucek V, Hladikova M,
Betka J, Eckschlager T, Rihova B: Regulatory T cells and their prognostic
value for patients with squamous cell carcinoma of the head and neck.
J Cell Mol Med 2010, 14:426-433.

Chikamatsu K, Sakakura K, Whiteside TL, Furuya N: Relationships between
regulatory T cells and CD8 + effector populations in patients with
squamous cell carcinoma of the head and neck. Head Neck 2007,
29:120-127.

Curiel TJ, Coukos G, Zou L, Alvarez X, Cheng P, Mottram P, Evdemon-Hogan M,
Conejo-Garcia JR, Zhang L, Burow M, Zhu' Y, Wei S, Kryczek |, Daniel B, Gordon A,
Myers L, Lackner A, Disis ML, Knutson KL, Chen L, Zou W: Specific recruitment
of regulatory T cells in ovarian carcinoma fosters immune privilege and
predicts reduced survival. Nat Med 2004, 10:942-949.

Pretscher D, Distel LV, Grabenbauer GG, Wittlinger M, Buettner M, Niedobitek G:
Distribution of immune cells in head and neck cancer: CD8+ T-cells and
CD20+ B-cells in metastatic lymph nodes are associated with favourable
outcome in patients with oro- and hypopharyngeal carcinoma. BMC Cancer
2009, 9:292.

Badoual C, Hans S, Rodriguez J, Peyrard S, Klein C, Agueznay Nel H, Mosseri V,
Laccourreye O, Bruneval P, Fridman WH, Brasnu DF, Tartour E: Prognostic
value of tumor-infiltrating CD4+ T-cell subpopulations in head and neck
cancers. Clin Cancer Res 2006, 12:465-472.

Bron L, Jandus C, Andrejevic-Blant S, Speiser DE, Monnier P, Romero P, Rivals
JP: Prognostic value of arginase-Il expression and regulatory T-cell
infiltration in head and neck squamous cell carcinoma. Int J Cancer 2013,
132:E85-E93.

Attig S, Hennenlotter J, Pawelec G, Klein G, Koch SD, Pircher H, Feyerabend S,
Wernet D, Stenzl A, Rammensee HG, Gouttefangeas C: Simultaneous
infiltration of polyfunctional effector and suppressor T cells into renal cell
carcinomas. Cancer Res 2009, 69:3412-8419.

Schaefer C, Kim GG, Albers A, Hoermann K, Myers EN, Whiteside TL:
Characteristics of CD4 + CD25+ regulatory T cells in the peripheral
circulation of patients with head and neck cancer. Br J Cancer 2005,
92:913-920.

Wild CA, Brandau S, Lindemann M, Lotfi R, Hoffmann TK, Lang S, Bergmann
C: Toll-like receptors in regulatory T cells of patients with head and neck
cancer. Arch Otolaryngol Head Neck Surg 2010, 136:1253-1259.

Gasparoto TH, de Souza Malaspina TS, Benevides L, de Melo EJ, Jr CMR,
Damante JH, lkoma MR, Garlet GP, Cavassani KA, da Silva JS, Campanelli AP:
Patients with oral squamous cell carcinoma are characterized by
increased frequency of suppressive regulatory T cells in the blood and
tumor microenvironment. Cancer Immunol Immunother 2010, 59:819-828.
Drennan S, Stafford ND, Greenman J, Green VL: Increased frequency and
suppressive activity of CD127 (low/-) regulatory T cells in the peripheral
circulation of patients with head and neck squamous cell carcinoma are
associated with advanced stage and nodal involvement. Immunology
2013, 140:335-343.

Erfani N, Khademi B, Haghshenas MR, Mojtahedi Z, Khademi B, Ghaderi A:
Intracellular CTLA4 and regulatory T cells in patients with laryngeal
squamous cell carcinoma. Immunol Invest 2013, 42:81-90.

doi:10.1186/1756-9966-33-35

Cite this article as: Sun et al: CD45RA Foxp3™9" but not CD45RA
*Foxp3'" suppressive T regulatory cells increased in the peripheral
circulation of patients with head and neck squamous cell carcinoma
and correlated with tumor progression. Journal of Experimental & Clinical
Cancer Research 2014 33:35.




	Abstract
	Background
	Methods
	Results
	Conclusions

	Background
	Materials and methods
	Patients and healthy donors
	Ethics statements
	Collection of peripheral blood
	Antibodies and reagents
	Multicolor flow cytometry
	Surface and intracellular staining
	Cell culture
	In vitro suppression assay of three distinct Treg subsets
	Secretory functions of three distinct Treg subsets
	Statistical analysis

	Results
	Prevalence of three distinct Treg subsets in the peripheral circulation of 112 HNSCC patients
	Suppressive and secretory function of three distinct Treg subsets
	Prevalence of three distinct Treg subsets in HNSCC patient subgroups
	Relationship between three Treg subsets and tumor sites
	Relationship between three Treg subsets and tumor progression

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

