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Abstract
Schistosoma eggs cause chronic liver inflammation and a complex disease characterized

by hepatic fibrosis (HF) and splenomegaly (SplM). FOXP3+ Tregs could regulate inflamma-

tion, but it is unclear where these cells are produced and what roles they play in human

schistosomiasis. We investigated blood and spleen FOXP3+ Tregs in Chinese fishermen

with lifelong exposure to Schistosoma japonicum and various degrees of liver and spleen

disease. FOXP3+ Tregs accounted for 4.3% of CD4+ T cells and 41.2% of FOXP3+CD4+ T

cells; they could be divided into CD45RA-FOXP3hi effector (eTregs) and CD45RA+-

FOXP3low naive Tregs. Blood Treg levels were high in severe HF (+1.3; p = 0.004) and in

SplM (+1.03, p = 0.03). Multivariate regression showed that severe HF (+0.85, p = 0.01)

and SplM (+0.97; p = 0.05) were independently associated with the higher proportion of

Tregs in the blood. This effect was mostly due to an increase in the proportion of eTregs in

the blood of HF+++ (+0.9%; p = 0.04) and SplM (+0.9%; p = 0.04) patients. The proportion of

eTregs expressing CXCR3 in the blood was lower in the HF+++ patients (37.4 +/- 5.9%) than

in those with milder fibrosis (51.7 ± 2%; p = 0.009), whereas proportion were similar for cells

expressing CD25hi, CCR7, and CTLA-4. Splenectomy improves symptoms and was associ-

ated with decreases in blood FOXP3+ Treg (-2.5; p<0.001) and eTreg (-1.3; p = 0.03) levels.

SplM spleens contained a high proportion of eTregs with CXCR3, CCR5 and CTLA4 upre-

gulation and CCR7 downregulation. This, and the strong expression of ligands of CXCR3

and CCR5 in the liver (n = 8) but not in the spleen suggested that spleen eTregs migrated to

Th1-infiltrated liver tissues. Such migration may be attenuated in hepatosplenic patients

due to lower levels of CXCR3 expression on Tregs (p = 0.009). Thus, higher blood Treg
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levels are associated with severe liver disease and splenomegaly. Our data are consistent

with the hypothesis that the spleen is a major source of Tregs in subjects with splenomeg-

aly. In most cases, Tregs migrate to the Th1-infiltrated liver and the lower levels of CXCR3+

Tregs in the blood of patients with severe schistosomiasis suggest that decreases in Treg

migration sites of inflammation may aggravate the disease.

Author Summary

Schistosomes are human parasites that cause severe hepatic disease in their host. They
cause chronic inflammation when their eggs become trapped in small hepatic vessels.
Most subjects from areas in which schistosomes are endemic display lifelong infection,
and liver inflammation progresses to advanced hepatic fibrosis, portal hypertension and
hypersplenism in 10 to 20% of infected subjects. The mechanisms controlling inflamma-
tion and limiting severe hepatic disease in most infected subjects remain unclear. We eval-
uated the role in this control of FOXP3+ Tregs, which exert strong control over
inflammation. We found that activated FOXP3+ Treg levels were high in the blood of sub-
jects with severe disease, probably due to the production of large numbers of these cells by
the hyperactive spleen. We also found that the proportion of CXCR3+ effector FOXP3+

Tregs was lower, resulting in potentially lower migration rates and an aggravation of liver
disease.

Introduction
Regulatory T cells expressing the Forkhead box protein P3 (Foxp3) transcription factor are cru-
cial regulators of immunological self-tolerance and homeostasis [1, 2]. They suppress the acti-
vation, proliferation and effector functions of many immune cells, including CD4+ and CD8+

T cells, natural killer cells, NKT cells, B cells, and antigen-presenting cells. The Treg phenotype
results from two major regulatory events: the upregulation of genes associated with Treg func-
tion, including FOXP3, CTLA4, IL2RA, TNFRSF18 (encoding GITR), IKZF2 (encoding Helios)
and IKZF4 (encoding Eos), the expression of is epigenetically regulated [3, 4], and the FOXP3--
mediated downregulation of several genes, including IL2 and IFNG [5–8]. FOXP3+ Tregs have
been divided into CD45RA+FOXP3low CD4+ naïve Tregs and CD45RA-FOXP3hiCD4+ effector
Tregs (eTregs), whereas blood CD45RA-FOXP3low CD4+ T cells are effector T cells without
suppressive activity [9, 10]. FOXP3+ Tregs are produced either in the thymus (tTregs), mostly
by self-antigens, or in the periphery (pTregs) after stimulation by conventional antigens [11–
13]. FOXP3+ Tregs regulate inflammation in response to infectious pathogens [14].

Schistosome worms lay their eggs in the mesenteric and portal veins of their human host;
the eggs are trapped in liver sinusoids where they cause intense inflammation and fibrosis in
the portal spaces. This, in turn, causes an increase in portal blood pressure and the develop-
ment of varicose veins, leading to hemorrhage and death. In some patients, advanced hepatic
fibrosis is associated with splenomegaly; this association is referred to as the hepatosplenic clin-
ical form. Splenomegaly is invariably associated with a worsening of the disease, at least partly
due to an aggravation of portal blood hypertension. However, the role of the spleen in severe
schistosomiasis has been little explored and probably involves more than just a contribution to
portal blood hypertension. We investigated the properties and fate of naïve and effector Tregs
in the blood of Schistosoma (S.) japonicum-infected subjects with various degrees of hepatic
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fibrosis, with and without splenomegaly. The induction of pTregs should occur during egg-
induced inflammation, but it may also occur in the hyperstimulated spleen of schistosome-
infected individuals. Naïve Tregs express homing receptors for lymphoid organs (CCR7),
whereas eTregs expressing high levels of CCR5, CXCR3, CCR6, and CCR8 [15] are attracted to
non-lymphoid, inflamed tissues. Under these conditions, FOXP3+ Tregs become phenotypi-
cally and functionally specialized and develop into Th2, Th1 or Th17 cells [16]. It is unclear
how mediators produced in the environment created by schistosome eggs influence Tregs. We
first investigated the level of activation of FOXP3+ Tregs in the blood of Schistosoma japoni-
cum-infected patients with schistosomiasis of various degrees of severity. We then evaluated
homing receptors on Tregs and determined whether changes in Treg migration to the spleen
and liver were associated with disease aggravation.

Materials and Methods

Ethics statement
The study was approved by the ethics committee of the Hunan Institute of Parasitic Diseases,
Hunan Province, China and by the WHO. The French ethics committee did not authorize tests
for HCV and HBV infection for the whole cohort. Only compliant participants were recruited
and they were free to drop out at any point. Written informed consent was obtained from each
subject.

Evaluation of hepatic fibrosis
Hepatic fibrosis was evaluated by ultrasound and with the WHO grading scale [17], modified
as described below. The WHO scale grades peripheral (NetF) and central fibrosis (CentF) sepa-
rately. CentF is graded A, B, C, CL, D, E or F. The C linear thickening pattern (CL) of CentF
represents the thickness of the uninterrupted fibrosis of the linear wall of the portal vein
extending from the portal vein to its branches. The uninterrupted nature of the fibrosis distin-
guishes CL from grade C (discontinuous thickness), and the linear pattern differentiates it
from the patches observed in grades D, E, and F. More than 60% of the fishermen had grade
CL fibrosis. We therefore subdivided CL into CLL (CL light), CLM (CL medium) and CLH (CL
heavy): CLL was observed in the left lobe of the liver only and CLM and CLH were observed in
both lobes. Subjects with right lobe fibrosis extending to second-order branches were classified
as CLM and those with right lobe fibrosis extending well into the second-order branches were
classified as CLH. Only CLH was associated with evidence of portal hypertension, and was
therefore grouped with grades D, E and F to define a severe CentF phenotype. The WHO
grades peripheral fibrosis (network fibrosis, NetF) as narrow mesh (GN) when the lumen
diameter of net was<12 mm across and wide mesh (GW) if>12 mm. We also refined GN
grading into three categories: GNL (or GWL) if the mesh streak (or band) was<2 mm thick,
GNM (or GWM) if 2–4 mm, and GNH (or GWH) if>4 mm thick. Patients were assigned to
three hepatic fibrosis (HF) groups on the basis of CentF: HF+/- (B, C), HF++ (CLL) and HF+++

(CLM, CLH, D, E). Multivariate regression analysis showed that NetF had no effect on any of
the dependent variables studied. We nevertheless indicate the NetF grade in our analysis:
absent (G0) or light (GNL) in the HF+/- group, and intermediate (GNM) or high (GNH, GW) in
the HF++ and HF+++ groups. Study subjects were also assigned to two groups on the basis of
spleen size: normal spleen (Spl, spleen size<110 mm) and splenomegaly (SplM,>110 mm).
Patients who had undergone splenectomy were included in a separate Spl- group. Finally, indi-
viduals with moderate or severe hepatic fibrosis and splenomegaly were historically described
as hepatosplenic patients.
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Study groups
All the subjects studied were fishermen working on the Dong Ting Lake who were recruited
(from 2003 to 2009) from the same region, and were highly exposed to infection with S. japoni-
cum. Exposure was evaluated by interviews, as previously described [18]. Only subjects with
high levels of exposure were included in this study and exposure was not, therefore, a signifi-
cant covariate in the analyses. In this population, we found no correlation between clinical dis-
ease and the number (0 to more than 20) of praziquantel treatments, probably because
treatments were taken no more frequently than every two to three years, on average. Liver and
spleen diseases were carefully evaluated by at least two ultrasound scans, carried out during dif-
ferent periods. It was not possible to perform such studies on a very large number of fishermen
due to the long distance between the field and the laboratory.

Group 1: Chinese fishermen for the FACS analysis of blood Tregs
The Chinese patients studied (n = 76) were from a large population of fishermen (a few thou-
sand) investigated in a previous study [18]. They were selected according to the criteria men-
tioned above. All blood samples were collected and processed on the same day. All FACS
analyses were performed within 36 hours of blood or tissue collection; none of the samples
were frozen. Samples were from controls (n = 20) were collected and studied on the same days
as those of the patients. The controls were living in the same region but reported no contact
with lake water; they tested negative for schistosome antigens by ELISA and showed no signs
of spleen or liver disease. All study subjects were aged between 30 and 65 years. Eleven of the
16 HF+++ patients, seven of the 23 HF++ patients and six of the 29 HF+/- patients had spleno-
megaly and therefore also belonged to the SplM group. The splenectomy group (Spl-) included
eight subjects with HF++ or HF+++.

Group 2: Liver, blood and spleen tissues
All tissues were obtained from subjects undergoing splenectomy at Yueyang Hospital. These
subjects came from the same population of fishermen (four men and four women) and they
were 25–59 years old (48.2 ± 3.8). None of these individuals was infected with HCV or HBV
and all had schistosome eggs in liver biopsy specimens. All but three had advanced or severe
CentF or NetF. Three patients displayed milder but nevertheless significant CentF, which was
associated with advanced NetF in two patients. These patients had severe splenomegaly. Con-
trol healthy tissues were obtained from a tissue bank in France. Liver biopsy specimens were
collected from eight patients; blood and spleen tissues were obtained from five (four men and
one woman) of these eight subjects.

Antibodies and flow cytometry
All cell labeling was performed on cells immediately after their purification from the blood,
without stimulation. Counts and viability were determined with a hemocytometer and the try-
pan blue dye exclusion technique. An average of 95% of the cells were viable cells. PBMCs or
spleen cells were dispensed (4 x 105 cells/tube) into 5 ml polystyrene tubes (Falcon) for surface
and intracellular staining with the Human FOXP3 Buffer Set (BD Pharmingen). Quadruple
staining was carried out with FITC-conjugated anti-CD45RA (H1100; BD Pharmingen),
PE-Cy7-conjugated anti-CD4 (L3T4, eBiosciences), and PE-conjugated anti-FOXP3 (259D/
C7; BD Pharmingen) antibodies, together with one of the following APC-conjugated antibod-
ies: anti-CD25 (M-A251; BD Pharmingen) antibodies; anti-CCR7 (3D12; eBiosciences), anti-
CXCR3 (1C6/CXCR3; BD Pharmingen), anti-CCR5 (2D7/CCR5; BD Pharmingen) or anti-
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CTLA-4 (BNI3; BD Pharmingen) antibody. For the analysis of IFN-γ production, cells were
first double-stained with FITC-conjugated anti-CD3 (UCHT1; BD Pharmingen) and PE-Cy7–
conjugated anti-CD4 antibodies and then stained with APC-conjugated anti-IFNγ intracellular
markers (4S-B3; eBiosciences). They were incubated with 100 ng/ml PMA, 1 μg/ml ionomycin
and monensin (BD GolgiStop) for 6 hours at 37°C before intracellular cytokine labeling. Iso-
type controls were obtained from the corresponding manufacturers. All antibodies were used
according to the manufacturers’ recommendations. Flow cytometry was carried out with a
FACScalibur flow cytometer (BD Biosciences) and CELLQUEST software. DIVA and FlowJo soft-
ware (TreeStar) software was used for analysis.

RNA extraction and quantitative RT-PCR
Liver and spleen biopsy specimens were stored in RNA Later (Life Technologies, Courtaboeuf,
France) at -20°C. Tissue homogenization was carried out with a Precellys-24 device (Bertin
Technologies, Ozyme, Saint-Quentin-en-Yvelines, France), with ceramic beads (1.4 mm diam-
eter, CK14), in 350 μl RLT lysis buffer (Qiagen SAS, Courtaboeuf, France) supplemented with
3.5 μl β-mercaptoethanol. We added 400 μl of Tri-reagent (Life Technologies) and 150 μl of
chloroform. The aqueous phase was mixed with 500 μl of 50% ethanol (liver) or 70% ethanol
(spleen), and RNA was purified on an RNeasy spin column (Qiagen SAS, Courtaboeuf,
France). RNA integrity was assessed with a 2100 Bioanalyzer (Agilent, Palo Alto, CA, USA).
Liver and spleen “controls” were from the Biological Resource Center, Curie Institute, Paris,
and from Stratagene (Agilent), Clonetech (Ozyme), Panomics (Ozyme), and INSERM U1040,
Montpellier. Biopsy specimens were collected from deceased individuals with no known his-
tory of infection (i.e. from untransplanted organs) or from liver biopsies carried out for diag-
nostic purposes. We checked that the donors were healthy, by assessing inflammatory cytokine
levels in these tissues. If a “healthy tissue” displayed an abnormal pattern of inflammatory cyto-
kine expression (with respect to that in the other biopsies), it was excluded from the study.
Total RNA (1 μg), RIN> 7, was reverse-transcribed with the High Capacity cDNA Reverse
Transcription Kit (Life Technologies, Courtaboeuf, France). Real-time quantitative PCR, with
20 ng of cDNA, was performed with the ABI 7900HT Fast Real-Time PCR System and
TaqMan Universal PCRMaster Mix (Applied Biosystems, Life Technologies). The TaqMan
gene expression assays used in this study were as follows: CCL3 (Hs00234142_m1), CCL5
(hs00174575_m1), CCL19 (Hs00171149_m1), CCL20 (Hs00171125_m1), CCL21
(Hs99999110_m1), CXCL9 (Hs00171065_m1), CXCL10 (Hs00171042_m1), CXCL11
(Hs00171138_m1), IFNG (Hs99999041_m1), IL12B (Hs00233688_m1), IL12RB2
(Hs00155486_m1), RPLP0 (Hs99999902_m1), TBX21 (Hs00203436_m1), from Applied Bio-
systems. Gene expression values were normalized relative to those for the housekeeping gene
RPLP0 (ribosomal phosphoprotein large P0). Transcript levels for this housekeeping gene were
stable in all the study groups. A significant difference (a value differing from the mean for the
other samples by more than twice the SEM) in the abundance of RPLP0 transcripts between
one sample and the mean value for the other samples was considered to indicate a problem
with RNA extraction.

Statistical analysis
Group comparisons were performed by nonparametric analysis in SPSS software. We assessed
how hepatic disease (fibrosis), spleen disease (splenomegaly) and splenectomy affected sub-
populations of Tregs, by carrying out linear regression analysis on these dependent variables.
Hepatic fibrosis was divided into three binary classes, as previously described [19]. The vari-
ables introduced into the regression model were made binary to avoid making assumptions
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about the existence of a linear relationship between the dependent variable and the indepen-
dent variables. Spleen disease was also divided into three binary classes. All binary variables
were included in the linear regression model. Age and sex were not significant covariates in
most models. Results are given as the non-standardized slope (A), its 95% confidence interval
(CI) and the p value of the association. The statistical significance of the effect of splenectomy
was systematically assessed by comparisons with the splenomegaly group or the HF+++ group,
because all the splenectomized subjects belonged to these groups before surgery. Praziquantel
treatment varied considerably between fishermen and was included as a covariate. Surprisingly,
despite considerable effort, we found no correlation between the number of praziquantel treat-
ments (0 to>20) and disease intensity or Treg response. Exposure was not included as a covar-
iate because all the study subjects had high levels of exposure to the infected waters of the lake.
As independent testing was carried out, p values above 0.01 are suggestive of an association
and the corresponding variables will be investigated again in a future study on a different popu-
lation. No correction method was used because multivariate analyses involving nested models
do not require statistical correction.

Results

Effector and naïve Tregs in the blood of individuals infected with S.
japonicum
We evaluated the proportion of Tregs among blood FOXP3+ T cells in all the fishermen (group
1). These individuals had been exposed to the risk of infection with S. japonicum for more than
10 years. Tregs (CD45RA+FOXP3low and CD45RA-FOXP3hi) accounted for 4.3 ± 0.26%
(SEM) of all CD4+ T cells and 41.2 ± 0.16% of all FOXP3+CD4+ T cells (Fig 1A and 1B). The
remaining FOXP3+CD4+ cells, CD45RA-FOXP3low T cells, corresponding to FOXP3+ non-reg-
ulatory T cells, accounted for 6.1 ± 0.4% of all CD4+ T cells and 58.7 ± 0.15% of the FOXP3+-

CD4+ T cells.
We phenotyped patient CD45RA-FOXP3hi and CD45RA+FOXP3low Tregs for CD25,

CCR7, CXCR3, CCR5 and CTLA-4 (splenectomized patients were excluded from this analysis)
(Figs 1C and S1). CCR7 directs Tregs to lymphoid organs and CXCR3 and CCR5 direct these
cells to Th1-infiltrated tissues [20]. Strong CD25 expression is a marker of Treg activation,
whereas CTLA-4 expression is strongly correlated with suppressive activity. Most CD45RA+-

FOXP3low Tregs expressed CCR7 (80.5 ± 1.2%), but a few expressed CD25 (18.3 ± 2.3%),
CXCR3 (11.6 ± 2%), CCR5 (3.2 ± 0.8%) and CTLA-4 (8.3 ± 0.7%). By contrast, the proportion
of cells expressing CCR7 (34.1 ± 2.2%) was lower in CD45RA-Foxp3hi than in CD45RA+-

Foxp3low Tregs (p<0.01). By contrast the proportions of cells with CD25hi (51.2 ± 2.2%),
CXCR3 (48.1 ± 2%), CCR5 (45.8 ± 2.1%) or CTLA-4 (71.7 ± 1.5%) expression were higher for
CD45RA-FOXP3hi than for CD45RA+FOXP3low Tregs (p<0.01 for all comparisons). These
patterns were used to characterize CD45RA+FOXP3low naive Tregs and CD45RA-FOXP3hi

eTregs, respectively in normal blood [9]. Thus, blood Tregs from schistosome-infected patients
can be divided into eTregs and naïve Tregs.

Both severe fibrosis and splenomegaly are independently associated
with an increase in blood Treg levels
Splenomegaly (SplM) occurs in patients with advanced hepatic fibrosis (HF). Tregs may be
produced and/or attracted to both the liver and spleen, because these organs are sites of intense
inflammation and cell proliferation. We evaluated the frequency of Tregs in the blood of indi-
viduals (study group 1) with spleen and/or liver disease of various degrees of severity, to
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investigate a possible link between SplM, HF and Tregs. Study subjects were assigned to three
groups according to the severity of HF and to two groups on the basis of spleen size, as
described in the methods.

We found that the levels of all Tregs and of eTregs in the blood increased with increasing
hepatic fibrosis grade (Fig 2A (all Tregs) and Fig 2C (effector Tregs); black and green dotted
lines). However, this effect was not observed in subjects with splenomegaly (dotted red lines),
because splenomegaly markedly increases blood Treg and eTreg levels regardless of the degree
of hepatic fibrosis (for all HF grades: HF+/-, HF++ HF+++). However, we observed no clear effect
of HF (dotted blue line) and splenomegaly (dotted red line) on blood levels of naïve Tregs (Fig
2B). Thus, our findings suggest that both hepatic fibrosis and splenomegaly increase the levels
of all Tregs and of eTregs in the blood. This was confirmed by the simultaneous testing of HF
and SplM in the regression model, which showed that HF (+0.85 ± 0.3%, p = 0.01) and SplM
(+0.97 ± 0.49%, p = 0.05) were independently associated with high blood Treg levels. Further-
more, eTregs and naïve Tregs were not equally affected. Blood eTreg levels (Fig 2C) were
higher both in patients with HF (p = 0.05) and in patients with SplM (p = 0.08) than in healthy
controls, but the levels of naïve Tregs in the blood were similar in these two groups (Fig 2B).
The largest differences observed were those between eTreg levels in HF++ and HF+++ patients
(+0.9 ± 0.4%, p = 0.04) and between SplM patient and patients with a normal spleen (+-
0.9 ± 0.36%, p = 0.04).

Fig 1. Phenotyping of FOXP3+ Tregs. A) Gating strategy for accurate determination of the proportion of regulatory T cells in PBMCs 1. Lymphocytes; 2.
CD4+ T cells; 3. CD4+CD45RA+FOXP3low T cells; 4. CD4+CD45RA-FOXP3low T cells; 5.CD4+CD45RA-FOXP3high T cells); B) Percentage of blood
CD45RA-FOXP3low non-Tregs (gray bars), CD45RA-FOXP3high T cells (black bars) and CD45RA+FOXP3low T cells (white bars) among the blood CD4+ T
cells of infected patients (group 1; n = 76); C) Proportion of CD45RA-FOXP3high T cells and CD45RA+FOXP3low T cells expressing CD25, CCR7, CXCR3,
CCR5, or CTLA-4 among blood CD4+ T cells in 45 patients (excluding splenectomized patients). A nonparametric test was used. * p<0.01.

doi:10.1371/journal.pntd.0004306.g001
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The proportion of CXCR3+ eTregs in the blood is lower in patients with
severe hepatic fibrosis, and the proportion of CCR5+ eTregs may be
higher in patients with splenomegaly (study group 1)
We analyzed the expression of molecules crucial for the activation and homing of Tregs, to
evaluate the migratory capacities of these cells. We also evaluated CTLA-4, a marker of sup-
pressor activity. The proportions of eTregs expressing CD25hi, CCR7, and CTLA-4 were simi-
lar between the Spl and SplM group and among HF groups. However, the proportion of
CXCR3+ eTregs was lower in the HF+++ group (37.4 ± 5.9%) than in patients with milder fibro-
sis (HF+/- and HF++, as compared to HF+++) (51.7 ± 2%; p = 0.009) and was not affected by
SplM (Fig 2D). There seemed to be a higher proportion of CCR5+ eTregs (Fig 2E) in subjects
with splenomegaly (p = 0.04) than in subjects with a normal spleen, regardless of the degree of
hepatic fibrosis. There are, thus significantly fewer CXCR3+eTregs in the blood of hepatosple-
nic subjects than in the blood of subjects with milder disease. Conversely, our data suggest that

Fig 2. Proportion of FOXP3+ Tregs according to patient clinical status. (A) Proportions of total FOXP3+ Tregs (gray bars); B) naïve Tregs (blue bars); C)
and eTregs (green bars) in the blood of study subjects, by clinical status (hepatic fibrosis grade and splenomegaly);D) Proportion of CXCR3+ cells among
eTregs, by clinical status, E) Proportion of CCR5+ cells among eTregs, by clinical status. Fig 2A: Blood FOXP3+ Treg levels were positively correlated with
the severity of both HF (p = 0.004) and SplM (p = 0.03). In the multivariate regression analysis, HF (p = 0.01) and SplM (p = 0.05) were associated with high
blood Treg levels. Fig 2C: Blood eTreg levels were higher in patients with HF (p = 0.05) or SplM (p = 0.08) than in healthy controls. The statistical differences
shown in Fig 2E correspond to the comparison of HF+/- and HF++ with HF+++ (51.7 ± 2%; p = 0.009). Subjects with splenomegaly were compared with
subjects with a normal spleen (p = 0.04). All patients are from group 1 (Cont n = 20, HF+/- n = 29; HF++ n = 23; HF+++ n = 16, normal spleen n = 44,
splenomegaly patients n = 24, splenectomized subjects n = 8). * p<0.05; ** p<0.01.

doi:10.1371/journal.pntd.0004306.g002
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the proportion of CCR5+ eTregs may be higher in patients with splenomegaly, but it propor-
tion may not be affected by the degree of hepatic fibrosis.

The genes encoding IFN-γ-dependent chemokines, ligands for CXCR3
and CCR5, are highly transcribed in the liver of HSP subjects (study
group 2)
CXCR3 and CCR5 direct FOXP3+ Tregs to sites infiltrated with TH1 cells. We therefore
hypothesized that CXCR3 and CCR5 regulated the trafficking of eTregs toward Th1-infiltrated
egg granulomas in the liver. We tested this hypothesis by evaluating the production of CCR5
and CXCR3 ligands in liver biopsy specimens from hepatosplenic patients who underwent
splenectomy (study group 2). We also evaluated the production of CCR7 and CCR6 ligands,
because these receptors are also expressed by FOXP3+ Tregs (this study and [15]). Transcript
levels for CCL5 (CCR5 ligand), CXCL9, 10, 11 (CXCR3), CCL19, CCL21 (CCR7) and CCL20
(CCR6) were four to 33 times higher (p<0.01) in infected than in control livers (Fig 3A). The
largest difference in expression detected was that for CCL20 (33-fold, p<0.001). By contrast, in
the spleen, only CXCL11 (CXCR3) and CXCL10 (CXCR3) transcripts were more abundant in
HSP patients than in control individuals (p<0.01) (Fig 3B).

We also evaluated transcripts of TH1-related genes in infected livers: IL12RB2mRNA levels
(p = 0.004) were four to five times higher in infected than in control livers, and IFNγ, IL12B
and TBX21mRNA levels followed a similar pattern (p<0.15). Moreover, transcripts of CXCR3,
CXCL9 (r = 0.93, p = 0.02) and CXCL11 (r = 0.88, p = 0.05) were correlated with IFNG tran-
script levels in the liver, but not in the spleen of infected subjects (CXCL10 also showed a trend
towards correlation; r = 0.79 p = 0.1). No such correlation was found for the other chemokines
tested: CCL3 (ligand for CCR1, 5), CCL5 (CCR1, 3, 5), CCL19 (CCR7), CCL20 (CCR6), CCL21
(CCR7) and CXCL9 (CXCR3). Similarly, eTreg levels in the blood were negatively correlated (r
= -0.73, p = 0.002) with TH1 cell levels in the blood (Fig 3C), consistent with the negative regu-
lation of TH1 cells exerted by e Tregs.

The spleens of patients with severe disease (requiring splenectomy)
contain high proportions of effector Tregs (study group 2)
We found that blood levels of FOXP3+ Tregs (-2.5 ± 0.56, p<0.001) and eTregs (-1.3±0.6,
p = 0.03) were lower in patients with severe liver (HF++ or HF+++) and spleen (SplM) disease
who had undergone splenectomy (Fig 2A and 2C) than in HF+++ subjects with splenomegaly.
This observation, in addition to the high Treg counts in the blood of patients with SplM, sug-
gests that the spleen may be involved in eTreg production (induction or proliferation). We
thus analyzed Tregs in the spleens removed from patients with severe hepatosplenic disease
(Fig 4). The proportion of naïve Tregs among CD4+ T cells was lower in the spleen (0.95 ± 0.2)
than in the blood (2.68 ± 0.7) (p = 0.02) (Fig 4A). The proportion of naïve Tregs expressing
CCR7 was also lower in the spleen than in the blood (p = 0.006) (Fig 4B). However, the propor-
tion of naïve Tregs expressing CCR5 tended to be higher in the spleen than in the blood
(p = 0.07) (Fig 4B). There was no statistically significant difference in the proportion of eTregs
in the spleen (2.8 ± 0.64) and blood (5.2 ± 1.6) (Fig 4A). However, the proportion of eTregs
expressing CD25 or CCR7 was lower in the spleen than in the blood (p = 0.05 and p = 0.04,
respectively) whereas the proportion of eTregs expressing CCR5 tended to be higher in the
spleen than in the blood (p = 0.08) (Fig 4C). Thus the composition of the naïve Treg and eTreg
populations differed between the spleen and the blood. Spleen eTregs may be less activated
than blood eTregs. Nevertheless, spleen eTregs displayed higher levels of CCR5 and CTLA-4
expression, typical of cells committed to migrate to inflamed tissues. The observation that
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spleen naïve Tregs have weaker CCR7 expression and stronger CCR5 expression than blood
naïve Tregs suggests that they have been activated, a process that might ultimately lead to their
transformation into eTregs.

Discussion
Few studies have analyzed FOXP3+ Tregs in patients infected with schistosomes and no other
study has focused on FOXP3+ Tregs without the interference of FOXP3+ non-Tregs. Indeed, to
define human Treg cells, many studies used the following combination of markers CD4+-

CD25hiFOXP3+ or CD4+CD25hiFOXP3+CD127-/low, however they don’t allow the exclusion of
FOXP3+ non-Tregs cells [21]. Therefore, being limited by a four colors cytometer, we chose to
use the CD45RA marker to eliminate the FOXP3+ non-Tregs cells from the study as well as
analyzing the naïve versus effector Tregs populations. Although others have described that
naïve Tregs and eTregs are CD127-/low, this marker combination might underestimate the fre-
quencies of Tregs [9, 21], therefore, it will be necessary in future study, to analyze simulta-
neously additional markers such as CD127, Helios, Ki67 to better define the Treg cells
populations.

Thus, we studied naïve Tregs and effector Tregs separately, which relate to different stages
of differentiation/activation of the Treg population. Effector Tregs are partly derived from the
activation of naïve Tregs. They may also be generated by eTreg multiplication. Peripheral
Tregs (pTregs) and thymic Tregs (tTregs) are named according to the part of the body in
which Treg differentiation occurred, either during thymic development or after birth. Tregs
can be induced (induced Tregs) from pTregs and tTregs and it is generally accepted that induc-
ible Tregs are produced in peripheral organs and require various stimuli that are probably best
delivered in a lymphoid environment. Most of the reported observations relate to mice. In
humans, the origin and fate of inducible Tregs are less clear. In this work, the modulation of
blood Treg and eTreg levels and our observations for spleen Tregs are indicative of Treg induc-
tion in the periphery by signals such as egg-derived molecules. Our data are also consistent
with the occurrence of induction in the spleen of hepatosplenic subjects.

Fig 3. Ligands for CXCR3 and CCR5 are overexpressed in the livers of hepatosplenic subjects. The highest proportions of Tregs among PBMCs were
associated with the lowest levels of IFNγ production by PBMCs. A-B) Expression of the ligands for CXCR3, CCR5 andCCR7 in the liver and spleen of eight
hepatosplenic patients (Group 2). Messenger RNA levels are expressed relative to the arithmetic mean values obtained for 11 healthy controls.C) The
proportion of IFNγ+ cells among blood CD4+ T cells is negatively correlated (r = -0.73, p = 0.002) with the proportion of eTregs in the blood in Group 1. The
proportion of IFNγ+CD4+ T cells was determined after 6h of stimulation with PMA, ionomycin and monensin. Nonparametric statistical tests were used *
p<0.01, ** p<0.001, *** p<0.0001.

doi:10.1371/journal.pntd.0004306.g003
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We found that both fibrosis and spleen disease were independently associated with high
FOXP3+ eTreg levels in the blood. Others have shown that CD4+CD25+FOXP3+CD127low T-
cell levels are high in the blood of S. haematobium-infected children and in the blood of S.
mansoni-infected individuals after anti-helminthic treatment [22, 23]. These results, together
with those presented here, indicate that schistosome infection stimulates the production of
FOXP3+ Tregs. The positive correlation between eTreg frequencies in the blood and the sever-
ity of both hepatic and spleen disease suggests that infection stimulates the production or regu-
lates the induction of Tregs. Such induction may occur in lymphoid organs strongly simulated
with schistosome eggs, such as the spleen or the mesenteric lymph nodes. Our findings suggest
that Treg induction may occur in the spleen of subjects with splenomegaly. We found that the
spleens of these patients contained a large proportion of Tregs, most of which were already
activated, although not to the same extent as the Tregs in the blood. Thus, the spleen may be a
source of Tregs, particularly given its large size in patients with splenomegaly. Alternatively,
spleen Tregs may be produced in the blood and captured by the spleen. However, this seems
unlikely because splenomegaly in patients was associated with the highest eTreg levels in blood
and splenectomy resulted in a drop in blood eTreg levels. Moreover, the properties (high pro-
portions of CXCR3, CCR5 and CTLA-4) of spleen eTregs indicated that these cells were

Fig 4. Proportions of naïve (blue bars) and effector (green bars) Tregs in the blood and spleen of subjects with severe spleen and liver disease
(hepatosplenic subjects) requiring splenectomy. (A) Proportions of eTregs (B) and naïve Tregs (C) expressing CD25hi, CCR7, CXCR3, CCR5 and
CTLA-4 in the blood and spleen of these same hepatosplenic subjects. Data from five patients with severe disease are shown (Group 2). Nonparametric tests
were used *p<0.05.

doi:10.1371/journal.pntd.0004306.g004
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unlikely to remain in the spleen, instead being poised to migrate to inflamed tissues, such as tis-
sues infiltrated with large numbers of eggs, such as the liver and the intestine. Unlike the
spleen, the liver displayed high levels of CXCR3 and CCR5 ligands and Th1 inflammation
known to attract CXCR3+ and CCR5+ Tregs. The blood and spleen Tregs may therefore home
to the liver rather than remaining in the spleen. However, we cannot rule out the possibility
that unknown mechanisms prevent Treg egression from the spleen in patients with splenomeg-
aly, causing Treg accumulation in this organ. We studied RNA levels in the liver with non-
endemic controls (control tissues from a French blood bank) because we could not obtain local
controls (there was no local tissue bank). The differences reported here may not be entirely due
to schistosome infections, instead reflecting genetic differences between controls and patients.
We recently performed transcriptome analyses on these samples and found that only 50 genes
displayed increases at least as important as those reported here for the chemokine receptor
ligands. We therefore think it highly unlikely that the differences observed were not specific to
the infection. Thus, our data suggest that some of the blood eTregs in schistosome-infected
patients are produced in the spleen (pTregs), either by induction from naïve Tregs or by the
proliferation of eTregs. The induction of peripheral FOXP3+ Tregs has been demonstrated in
mice [11–13]. It is triggered mostly by conventional antigens and results in the selection of
high-affinity TCRs. These cells have been less studied in human diseases, due to the lack of
markers for distinguishing human pTregs from tTregs. However, in a recent report, neuropilin
was identified as a marker of tTregs [24, 25] in mice. If this result is subsequently confirmed in
humans, then it will be possible to use neuropilin and proliferation markers, such as Ki67, to
distinguish between tTregs and pTregs and to demonstrate definitively the active production of
eTregs in the spleen and, possibly, in other tissues hyperstimulated by eggs, such as the mesen-
teric lymph nodes, through induction, proliferation, or both.

Our findings also suggest a possible explanation for high eTreg levels in the blood of both
HF and SplM patients. First, a low proportion of CXCR3+ eTregs may limit the recruitment of
eTregs to the liver. Second, the spleen of hepatosplenic patients may release larger numbers of
Tregs into the blood, and, finally, the liver and mesenteric nodes may contribute to Treg pro-
duction, as suggested in patients infected with HCV [26]. It is important to determine the role
of Tregs in human schistosomiasis, because splenectomy, which is performed in hepatosplenic
patients, may eliminate a major source of Tregs. The elimination of CD25+ T cells (accounting
for>50% of non-Tregs) promotes collagen deposition in the liver of S.mansoni-infected mice
[27]. However, the same treatment reduces worm and egg load in S. japonicum-infected ani-
mals, suggesting that Tregs may decrease the clinical manifestations of schistosomiasis but pre-
vent the development of sterile immunity [28, 29]. However, these results require confirmation
and no study has yet assessed the effects of highly enriched preparations of FOXP3+ Tregs in
schistosome-infected mice.

Our finding that the proportion of CXCR3+ eTregs is lower in patients with severe HF indi-
rectly supports the hypothesis that impaired Treg recruitment in the liver contributes to dis-
ease, although we cannot exclude the possibility that CXCR3+ Tregs are retained selectively in
other organs, such as the spleen. Nevertheless, this conclusion is consistent with several reports
showing that CXCR3 is crucial for the localization of Tregs in the inflamed liver [30, 31]. Hel-
big et al. [32] reported that the CXCR3 chemokines were the most strongly expressed chemo-
kines in the livers of patients with chronic hepatitis C. Others have more directly implicated
Foxp3+ Tregs in protection against chronic hepatitis: in a model of autoimmune inflammation
of the liver, Lapierre et al. [33] observed that the adoptive transfer of ex vivo-expanded
CXCR3+ Tregs in mice with auto-immune hepatitis deficiency resulted in targeting to the
inflamed liver and the restoration of peripheral tolerance, inducing a remission of auto-
immune disease. Furthermore Hasegawa et al. [34] showed that acute GVHD could be
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improved in the intestine, liver and lungs by the accumulation of CXCR3-expressing CD4+-

CD25+ regulatory T cells (but not CXCR3-Tregs) in target organs. CXCR3+ Treg cells accumu-
lated in Th1-associated chemokine-expressing target organs, resulting in a stronger
suppression of alloreactive donor T cells. Interestingly, Oo et al. [35] compared blood- and
liver-derived Tregs and showed that liver-derived Tregs expressed large numbers of CXCR3
chemokine receptors. In flow-based adhesion assays with human hepatic sinusoidal endothe-
lium, Tregs used CXCR3 for binding and transmigration. The authors suggested that CXCR3
mediated the recruitment of Tregs via the hepatic sinusoidal endothelium. Erhardt et al. [36]
reported that CXCR3+Foxp3+ Tregs generated in mice with ConA–induced hepatitis dissemi-
nated in the body and migrated specifically to the liver, where they limited immune system-
mediated liver damage. Finally, mice lacking CXCR3 are more prone to liver fibrosis initiated
by the loss of the anti-fibrogenic and angiostatic effects of CXCL9 on hepatic stellate cells [37]
and sinusoidal endothelial cells [38]. These and our findings suggest that the small proportion
of CXCR3+ eTregs in individuals with severe schistosomiasis may impair the influx of eTregs
into the liver, thereby contributing to HF. No such association with disease was observed with
CCR5+ eTregs, the proportion of which in the blood may be increased in subjects with spleno-
megaly, as suggested here. If confirmed in a larger number of subjects, these results would
favor attempts to compensate for the decrease the frequencies of CXCR3+ eTregs. It would be
interesting to investigate the respective roles of these receptors in the migration to the different
egg-infiltrated tissues, including the intestine, where they may also play important regulatory
roles.

The role of FOXP3+ Tregs in the spleen, which does not contain schistosome eggs, is less
clear. Tregs may limit inflammation in the spleen, thereby inefficiently containing the spleno-
megaly. Conversely, our observations raises the intriguing possibility that eTregs generated in
the spleen of hepatosplenic patients may be pathogenic. Tregs are normally stable due to both
TSDR demethylation and the FOXP3-mediated suppression of IL2. However, IL-2 activation
may cause these cells to lose FOXP3 expression and their suppressive capacities [8]. However,
in normal physiological conditions, they conserve their TSDR demethylation pattern, and this
prevents them from becoming pathogenic. However, Tregs produced in the massive hyperpla-
sic spleen of hepatosplenic patients may not acquire the epigenetic demethylation pattern of
normal Tregs, like the Tregs of lymphopenic mice, which develop pathogenic properties [39].
Thus, Tregs generated in a huge, hyperactive spleen may be unstable and develop into patho-
genic T cells (e.g. Th17 cells) aggravating spleen disease. We are currently evaluating this
possibility.

The observation that splenomegaly is associated with high counts of potentially unstable
Tregs that may develop pathogenic properties may also stimulate research into Tregs in
malaria and visceral leishmaniasis, which are also associated with marked splenomegaly. In
both infections, the liver and the spleen play important roles in controlling parasite multiplica-
tion. It is therefore essential to confirm that the spleens of individuals with splenomegaly over-
produce eTregs and to check whether these eTregs present the epigenetic signature of stable
suppressive Tregs.

In summary, blood and spleen Treg levels are increased in individuals with severe hepatos-
plenic disease caused by S. japonicum. An analysis of the homing receptors on these cells and
of the receptor ligands in the liver suggest that these cells may migrate to the liver (and proba-
bly also the intestine), to contain Th1 inflammation. Treg migration to tissues may be reduced
by impaired CXCR3 expression on these cells. Further investigations are required to confirm
these observations in a larger number of individuals with different clinical forms of schistoso-
miasis as well as the inclusion in the study of additional markers to define Tregs populations.
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(PDF)

Acknowledgments
We thank the staff of the schistosomiasis control stations in Hunan province for recruiting
patients and organizing field work.

Author Contributions
Conceived and designed the experiments: AR XHMS YL AD. Performed the experiments: AR
XHMS SO SC PO VA XL JL HD HH AD. Analyzed the data: AR MS AD. Contributed
reagents/materials/analysis tools: YL OM XS AMDMC. Wrote the paper: AR AD.

References
1. Sakaguchi S, Yamaguchi T, Nomura T, Ono M. Regulatory T cells and immune tolerance. Cell. 2008;

133(5):775–87. doi: 10.1016/j.cell.2008.05.009 PMID: 18510923

2. Rudensky AY. Regulatory T cells and Foxp3. Immunol Rev. 241(1):260–8. doi: 10.1111/j.1600-065X.
2011.01018.x PMID: 21488902

3. Morikawa H, Sakaguchi S. Genetic and epigenetic basis of Treg cell development and function: from a
FoxP3-centered view to an epigenome-defined view of natural Treg cells. Immunol Rev. 259(1):192–
205. doi: 10.1111/imr.12174 PMID: 24712467

4. Ohkura N, Hamaguchi M, Morikawa H, Sugimura K, Tanaka A, Ito Y, et al. T cell receptor stimulation-
induced epigenetic changes and Foxp3 expression are independent and complementary events
required for Treg cell development. Immunity. 37(5):785–99. doi: 10.1016/j.immuni.2012.09.010
PMID: 23123060

5. Fontenot JD, Gavin MA, Rudensky AY. Foxp3 programs the development and function of CD4+CD25+
regulatory T cells. Nature immunology. 2003; 4(4):330–6. PMID: 12612578

6. Hori S, Nomura T, Sakaguchi S. Control of regulatory T cell development by the transcription factor
Foxp3. Science. 2003; 299(5609):1057–61. PMID: 12522256

7. Ono M, Yaguchi H, Ohkura N, Kitabayashi I, Nagamura Y, Nomura T, et al. Foxp3 controls regulatory
T-cell function by interacting with AML1/Runx1. Nature. 2007; 446(7136):685–9. PMID: 17377532

8. Williams LM, Rudensky AY. Maintenance of the Foxp3-dependent developmental program in mature
regulatory T cells requires continued expression of Foxp3. Nature immunology. 2007; 8(3):277–84.
PMID: 17220892

9. Miyara M, Yoshioka Y, Kitoh A, Shima T, Wing K, Niwa A, et al. Functional delineation and differentia-
tion dynamics of human CD4+ T cells expressing the FoxP3 transcription factor. Immunity. 2009; 30
(6):899–911. doi: 10.1016/j.immuni.2009.03.019 PMID: 19464196

10. Seddiki N, Santner-Nanan B, Tangye SG, Alexander SI, Solomon M, Lee S, et al. Persistence of naive
CD45RA+ regulatory T cells in adult life. Blood. 2006; 107(7):2830–8. PMID: 16332974

11. Curotto de Lafaille MA, Lino AC, Kutchukhidze N, Lafaille JJ. CD25- T cells generate CD25+Foxp3+
regulatory T cells by peripheral expansion. Journal of immunology. 2004; 173(12):7259–68.

12. Knoechel B, Lohr J, Kahn E, Bluestone JA, Abbas AK. Sequential development of interleukin 2-depen-
dent effector and regulatory T cells in response to endogenous systemic antigen. The Journal of experi-
mental medicine. 2005; 202(10):1375–86. PMID: 16287710

13. Curotto de Lafaille MA, Lafaille JJ. Natural and adaptive foxp3+ regulatory T cells: more of the same or
a division of labor? Immunity. 2009; 30(5):626–35. doi: 10.1016/j.immuni.2009.05.002 PMID:
19464985

14. Belkaid Y. Regulatory T cells and infection: a dangerous necessity. Nature reviews Immunology. 2007;
7(11):875–88. PMID: 17948021

15. Lim HW, Broxmeyer HE, Kim CH. Regulation of trafficking receptor expression in human forkhead
box P3+ regulatory T cells. Journal of immunology. 2006; 177(2):840–51.

FOXP3+ Tregs in Schistosoma japonicum Infections

PLOS Neglected Tropical Diseases | DOI:10.1371/journal.pntd.0004306 January 5, 2016 14 / 16

http://www.plosone.org/article/fetchSingleRepresentation.action?uri=info:doi/10.1371/journal.pntd.0004306.s001
http://dx.doi.org/10.1016/j.cell.2008.05.009
http://www.ncbi.nlm.nih.gov/pubmed/18510923
http://dx.doi.org/10.1111/j.1600-065X.2011.01018.x
http://dx.doi.org/10.1111/j.1600-065X.2011.01018.x
http://www.ncbi.nlm.nih.gov/pubmed/21488902
http://dx.doi.org/10.1111/imr.12174
http://www.ncbi.nlm.nih.gov/pubmed/24712467
http://dx.doi.org/10.1016/j.immuni.2012.09.010
http://www.ncbi.nlm.nih.gov/pubmed/23123060
http://www.ncbi.nlm.nih.gov/pubmed/12612578
http://www.ncbi.nlm.nih.gov/pubmed/12522256
http://www.ncbi.nlm.nih.gov/pubmed/17377532
http://www.ncbi.nlm.nih.gov/pubmed/17220892
http://dx.doi.org/10.1016/j.immuni.2009.03.019
http://www.ncbi.nlm.nih.gov/pubmed/19464196
http://www.ncbi.nlm.nih.gov/pubmed/16332974
http://www.ncbi.nlm.nih.gov/pubmed/16287710
http://dx.doi.org/10.1016/j.immuni.2009.05.002
http://www.ncbi.nlm.nih.gov/pubmed/19464985
http://www.ncbi.nlm.nih.gov/pubmed/17948021


16. Campbell DJ, Koch MA. Phenotypical and functional specialization of FOXP3+ regulatory T cells. Nat
Rev Immunol. 11(2):119–30. doi: 10.1038/nri2916 PMID: 21267013

17. World Health Organization, Richter J, Hatz C, Campagne G, Bergquist NR, Jenkins JM. Ultrasound in
Schistosomiasis: A Pratical Guide to the Standardized use of Ultrasonography for the assessment of
Schistosomiasis-related morbidity. TDR/STR/SCHTDR/WHO. 2000.

18. Arnaud V, Li J, Wang Y, Fu X, Mengzhi S, Luo X, et al. Regulatory role of interleukin-10 and interferon-
gamma in severe hepatic central and peripheral fibrosis in humans infected with Schistosoma japoni-
cum. The Journal of infectious diseases. 2008; 198(3):418–26. doi: 10.1086/588826 PMID: 18582197

19. Sertorio M, Hou X, Carmo RF, Dessein H, Cabantous S, AbdelwahedM, et al. Interleukin-22 and IL-22
binding protein (IL-22BP) regulate fibrosis and cirrhosis in hepatitis C virus and schistosome infections.
Hepatology. 2014.

20. Koch MA, Tucker-Heard G, Perdue NR, Killebrew JR, Urdahl KB, Campbell DJ. The transcription factor
T-bet controls regulatory T cell homeostasis and function during type 1 inflammation. Nature immunol-
ogy. 2009; 10(6):595–602. doi: 10.1038/ni.1731 PMID: 19412181

21. Santegoets SJ, Dijkgraaf EM, Battaglia A, Beckhove P, Britten CM, Gallimore A, et al. Monitoring regu-
latory T cells in clinical samples: consensus on an essential marker set and gating strategy for regula-
tory T cell analysis by flow cytometry. Cancer Immunol Immunother. 2015; 64(10):1271–86. doi: 10.
1007/s00262-015-1729-x PMID: 26122357

22. Nausch N, Midzi N, Mduluza T, Maizels RM, Mutapi F. Regulatory and activated T cells in human Schis-
tosoma haematobium infections. PloS one. 2011; 6(2):e16860. doi: 10.1371/journal.pone.0016860
PMID: 21347311

23. Watanabe K, Mwinzi PN, Black CL, Muok EM, Karanja DM, Secor WE, et al. T regulatory cell levels
decrease in people infected with Schistosoma mansoni on effective treatment. The American journal of
tropical medicine and hygiene. 2007; 77(4):676–82. PMID: 17978070

24. Huang YJ, Haist V, Baumgartner W, Fohse L, Prinz I, Suerbaum S, et al. Induced and thymus-derived
Foxp3(+) regulatory T cells share a common niche. European journal of immunology. 2014; 44(2):460–
8. doi: 10.1002/eji.201343463 PMID: 24170313

25. Yadav M, Louvet C, Davini D, Gardner JM, Martinez-Llordella M, Bailey-Bucktrout S, et al. Neuropilin-1
distinguishes natural and inducible regulatory T cells among regulatory T cell subsets in vivo. The Jour-
nal of experimental medicine. 2012; 209(10):1713–22, S1–19. PMID: 22966003

26. Hashimoto N, Shimoda S, Kawanaka H, Tsuneyama K, Uehara H, Akahoshi T, et al. Modulation of
CD4(+) T cell responses following splenectomy in hepatitis C virus-related liver cirrhosis. Clinical and
experimental immunology. 2011; 165(2):243–50. doi: 10.1111/j.1365-2249.2011.04393.x PMID:
21615390

27. Turner JD, Jenkins GR, Hogg KG, Aynsley SA, Paveley RA, Cook PC, et al. CD4+CD25+ regulatory
cells contribute to the regulation of colonic Th2 granulomatous pathology caused by schistosome infec-
tion. PLoS neglected tropical diseases. 2011; 5(8):e1269. doi: 10.1371/journal.pntd.0001269 PMID:
21858239

28. Layland LE, Rad R, Wagner H, da Costa CU. Immunopathology in schistosomiasis is controlled by anti-
gen-specific regulatory T cells primed in the presence of TLR2. European journal of immunology. 2007;
37(8):2174–84. PMID: 17621370

29. Tang CL, Lei JH, Wang T, Lu SJ, Guan F, Liu WQ, et al. Effect of CD4+ CD25+ regulatory T cells on the
immune evasion of Schistosoma japonicum. Parasitology research. 2011; 108(2):477–80. doi: 10.
1007/s00436-010-2089-2 PMID: 20886233

30. Santodomingo-Garzon T, Han J, Le T, Yang Y, Swain MG. Natural killer T cells regulate the homing of
chemokine CXC receptor 3-positive regulatory T cells to the liver in mice. Hepatology. 2009; 49
(4):1267–76. doi: 10.1002/hep.22761 PMID: 19140218

31. Oo YH, Weston CJ, Lalor PF, Curbishley SM,Withers DR, Reynolds GM, et al. Distinct roles for CCR4
and CXCR3 in the recruitment and positioning of regulatory T cells in the inflamed human liver. J Immu-
nol. 184(6):2886–98. doi: 10.4049/jimmunol.0901216 PMID: 20164417

32. Helbig KJ, Ruszkiewicz A, Lanford RE, Berzsenyi MD, Harley HA, McColl SR, et al. Differential expres-
sion of the CXCR3 ligands in chronic hepatitis C virus (HCV) infection and their modulation by HCV in
vitro. Journal of virology. 2009; 83(2):836–46. doi: 10.1128/JVI.01388-08 PMID: 18987152

33. Lapierre P, Beland K, Yang R, Alvarez F. Adoptive transfer of ex vivo expanded regulatory T cells in an
autoimmune hepatitis murine model restores peripheral tolerance. Hepatology. 2013; 57(1):217–27.
doi: 10.1002/hep.26023 PMID: 22911361

34. Hasegawa H, Inoue A, Kohno M, Lei J, Miyazaki T, Yoshie O, et al. Therapeutic effect of CXCR3-
expressing regulatory T cells on liver, lung and intestinal damages in a murine acute GVHDmodel.
Gene therapy. 2008; 15(3):171–82. PMID: 17989707

FOXP3+ Tregs in Schistosoma japonicum Infections

PLOS Neglected Tropical Diseases | DOI:10.1371/journal.pntd.0004306 January 5, 2016 15 / 16

http://dx.doi.org/10.1038/nri2916
http://www.ncbi.nlm.nih.gov/pubmed/21267013
http://dx.doi.org/10.1086/588826
http://www.ncbi.nlm.nih.gov/pubmed/18582197
http://dx.doi.org/10.1038/ni.1731
http://www.ncbi.nlm.nih.gov/pubmed/19412181
http://dx.doi.org/10.1007/s00262-015-1729-x
http://dx.doi.org/10.1007/s00262-015-1729-x
http://www.ncbi.nlm.nih.gov/pubmed/26122357
http://dx.doi.org/10.1371/journal.pone.0016860
http://www.ncbi.nlm.nih.gov/pubmed/21347311
http://www.ncbi.nlm.nih.gov/pubmed/17978070
http://dx.doi.org/10.1002/eji.201343463
http://www.ncbi.nlm.nih.gov/pubmed/24170313
http://www.ncbi.nlm.nih.gov/pubmed/22966003
http://dx.doi.org/10.1111/j.1365-2249.2011.04393.x
http://www.ncbi.nlm.nih.gov/pubmed/21615390
http://dx.doi.org/10.1371/journal.pntd.0001269
http://www.ncbi.nlm.nih.gov/pubmed/21858239
http://www.ncbi.nlm.nih.gov/pubmed/17621370
http://dx.doi.org/10.1007/s00436-010-2089-2
http://dx.doi.org/10.1007/s00436-010-2089-2
http://www.ncbi.nlm.nih.gov/pubmed/20886233
http://dx.doi.org/10.1002/hep.22761
http://www.ncbi.nlm.nih.gov/pubmed/19140218
http://dx.doi.org/10.4049/jimmunol.0901216
http://www.ncbi.nlm.nih.gov/pubmed/20164417
http://dx.doi.org/10.1128/JVI.01388-08
http://www.ncbi.nlm.nih.gov/pubmed/18987152
http://dx.doi.org/10.1002/hep.26023
http://www.ncbi.nlm.nih.gov/pubmed/22911361
http://www.ncbi.nlm.nih.gov/pubmed/17989707


35. Oo YH, Banz V, Kavanagh D, Liaskou E, Withers DR, Humphreys E, et al. CXCR3-dependent recruit-
ment and CCR6-mediated positioning of Th-17 cells in the inflamed liver. Journal of hepatology. 2012;
57(5):1044–51. doi: 10.1016/j.jhep.2012.07.008 PMID: 22796894

36. Erhardt A, Wegscheid C, Claass B, Carambia A, Herkel J, Mittrucker HW, et al. CXCR3 deficiency
exacerbates liver disease and abrogates tolerance in a mouse model of immune-mediated hepatitis.
Journal of immunology. 2011; 186(9):5284–93.

37. Wasmuth HE, Lammert F, Zaldivar MM,Weiskirchen R, Hellerbrand C, Scholten D, et al. Antifibrotic
effects of CXCL9 and its receptor CXCR3 in livers of mice and humans. Gastroenterology. 2009; 137
(1):309–19, 19 e1–3. doi: 10.1053/j.gastro.2009.03.053 PMID: 19344719

38. Sahin H, Borkham-Kamphorst E, Kuppe C, Zaldivar MM, Grouls C, Al-samman M, et al. Chemokine
Cxcl9 attenuates liver fibrosis-associated angiogenesis in mice. Hepatology. 2012; 55(5):1610–9. doi:
10.1002/hep.25545 PMID: 22237831

39. Duarte JH, Zelenay S, BergmanML, Martins AC, Demengeot J. Natural Treg cells spontaneously differ-
entiate into pathogenic helper cells in lymphopenic conditions. European journal of immunology. 2009;
39(4):948–55. doi: 10.1002/eji.200839196 PMID: 19291701

FOXP3+ Tregs in Schistosoma japonicum Infections

PLOS Neglected Tropical Diseases | DOI:10.1371/journal.pntd.0004306 January 5, 2016 16 / 16

http://dx.doi.org/10.1016/j.jhep.2012.07.008
http://www.ncbi.nlm.nih.gov/pubmed/22796894
http://dx.doi.org/10.1053/j.gastro.2009.03.053
http://www.ncbi.nlm.nih.gov/pubmed/19344719
http://dx.doi.org/10.1002/hep.25545
http://www.ncbi.nlm.nih.gov/pubmed/22237831
http://dx.doi.org/10.1002/eji.200839196
http://www.ncbi.nlm.nih.gov/pubmed/19291701

