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Abstract
Wolbachia, an endosymbiont present in filarial nematodes, have been implicated in a variety of
roles, including the worm development and survival. Elucidation of the role of Wolbachia in
filarial nematode biology and pathogenesis has become the focus of many studies and its
contribution to parasite survival or immune response is still unclear. Recombinant Wolbachia
HSP60 decreases T cell activation and lymphoproliferation in filarial infected people compared to
endemic controls as observed by the assessment of T cell activation markers and cytokine
responses in the peripheral blood mononuclear cells. Reduced T cell activation may be linked to T
regulatory cell activity since it is associated with increased expression of CTLA4 and CD25 on
CD4+ T cells in filarial infected group upon stimulation with recombinant Wolbachia HSP60. In
addition, elevated interleukin-10 and TGF-β cytokines corroborate the reduced CD4+ T cell
activation and interferon-γ observed upon recombinant Wolbachia HSP60 stimulation in filarial
patients. Hence, these findings indicate that Wolbachia HSP60 may also contribute to the immune
modulation seen in filarial patients.
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1. Introduction
Human lymphatic filariasis (LF) is a debilitating parasitic infection caused by the nematode
worms, Brugia malayi and Wuchereria bancrofti. The clinical manifestations are varied and
range from the clinically asymptomatic microfilaremic infection to chronic pathology.
Typically, individuals with active filarial infections have compromised antigen-specific T
cell responses. Most evident is the lack of in vitro proliferation and diminished IFN-gamma
(IFN-γ) responses to antigen challenge [1]. Further, it has been demonstrated that in active
infections, this immune downregulation extends to bystander and exogenously administered
vaccine-derived antigens [2]. Studies [3] with live L3 and mf suggested an impairment of
both Th1 and Th2 cytokines in patients (IFN-γ, TNF-α, IL-4, IL-5, and IL-10). Therefore,
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the pattern of immune suppression in filarial infections does not map neatly across a Th1
versus Th2 profile, suggesting a role for regulatory cells and cytokines. The
hyporesponsiveness to antigen-specific and polyclonal stimuli in chronic helminth infections
seems to be associated with immunosuppressive cytokines like IL-10 and TGF-β that are
secreted by antigen presenting cells and regulatory T cells (Treg cells) [4].

Wolbachia is a gram-negative endosymbiont bacterium of filarial nematodes, which is
essential for worm fertility, survival and also contributes to the pathogenesis of filarial
disease [5–7]. The severe systemic inflammatory reactions following chemotherapy are at
least partially attributed to the release of Wolbachia into the circulation following worm
death [8,9]. Studies on animals infected with B. malayi have shown a direct relationship
between immune responses originated against Wolbachia and the development of filarial
pathology [10]. Wolbachia surface protein (WSP), one of the most abundantly expressed
proteins of the endosymbiont has been shown to stimulate innate immune responses through
TLR2 and TLR4 in humans with Onchocerciasis [7]. In contrast, Turner et al. had shown
that constant exposure to Wolbachia would drive macrophage tolerance in vitro and in vivo
through TLR2 and MyD88 thereby contributing to the dysregulated and tolerized
immunological phenotype observed in filarial infections [11].

Since the death and disintegration of worms are thought to expose the endosymbiont and its
product into the host immune system, the possibility that other Wolbachia antigens play a
role in immune regulation necessitates further investigation. In this perspective, Wolbachia
heat shock protein-60 (HSP60) was shown to evoke the IgG1 antibody response in chronic
filarial patients [12] compared to normals (putatively immune) by serological studies.
HSP60 functions as a key signal to the immune system where its expression is upregulated
under inflammation and HSP60 reactive T and B cells were demonstrated in almost all
inflammatory diseases. It is well known that heat shock proteins (HSPs), highly conserved
across species, induce pro-inflammatory cytokines from innate immune cells. However,
HSP60 can also inhibit the secretion of pro-inflammatory cytokines from activated T cells
via TLR signaling [13]. More recently, it has been shown that human HSP60 downregulates
immune function by the activation of CD4+ CD25+ regulatory T cells (Tregs) [14]. In this
study, we evaluated a role for recombinant Wolbachia HSP60 in modulating the immune
response in filarial patients by examining the lymphocyte proliferation, T cell activation and
cytokine response in filarial patients.

2. Materials and methods
2.1. Study population

Ten asymptomatic amicrofilaremic endemic normals (Uninfected) and fifteen individuals
with active infection and/or lymphatic pathology (infected) were included in this study.
Standardized histories were obtained and physical examinations were done on all the
participant residents during epidemiological surveys in and around Chennai, India, an area
endemic for W. bancrofti infection. Patients were recruited through the Filariasis Control
Unit under the Directorate of Public Health (Chennai, India) after obtaining informed
consent with protocols approved by the Institutional Review Board of Anna University
(Chennai). All the individuals were screened for the presence of circulating filarial antigens
by Og4C3 mAb ELISA, a marker of W. bancrofti infection and adult worm burden [15],
(TropBio, Townsville, QLD, Australia) (Table 1).

2.2. Antigens and mitogens
B. malayi adult worm antigen (BmA) was prepared as a saline extract as described
previously [16]. Mitogen PHA (Phytohemagglutinin) was used as a positive control at a
concentration of 10 μg/ml (Sigma Chemical Co; St. Louis, MO). Recombinant HSP60
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(rHSP60) was expressed and purified as described previously [12]. In brief, Wolbachia
HSP60 gene was PCR amplified from B. malayi genomic DNA and cloned in pRSET-A
vector for expression of the recombinant protein. Recombinant plasmid was then
transformed into BL21 (DE3) Escherichia coli host, and expression was induced using 1
mM IPTG, followed by purification using immobilized metal affinity chromatography.
Assessment of endotoxin contamination was done using a Limulus amoebocyte lysate assay,
which showed <1 pg of LPS/10 μg of protein.

2.3. Isolation and stimulation of peripheral blood mononuclear cells
Peripheral blood mononuclear cells (PBMCs) were isolated from the study population by
density gradient centrifugation with Ficoll–Hypaque (Pancoll, Pan Biotech, GmBH). Cells
were washed in RPMI 1640 medium (Pan Biotech, GmBH, HEPES (25 mM), and 80 mg
gentamicin per liter of RPMI 1640) for 10 min at 1200 rpm and resuspended in the medium
supplemented with 10% fetal calf serum (PAN BIOTECH, GmBH). Finally, PBMCs (0.2 ×
106/well) were cultured in 96-well round-bottom tissue culture plates (Becton Dickinson,
Franklin, NJ, U.S.A.) at 37 °C in a humidified 5% CO2 incubator and stimulated with 10 μg/
ml of PHA (Sigma) or 10 μg/ml of soluble crude extract of BmA. Dose response study was
carried out with normal healthy volunteers to determine the optimum proliferative dose of
rHSP60, which was found to be 10 μg/ml. Antigen stimulated PBMCs were cultured for 96
h and PBMCs stimulated with PHA were cultured for 48 h in the presence or absence of
polymyxin-B sulfate (10 μg/ml). The proliferation was quantified by [H3] thymidine
(Amersham Life Science, United Kingdom) incorporation during the last 16 h of incubation.
Viability of the cells was tested by trypan blue exclusion. All experiments were performed
in triplicates.

2.4. Whole blood flow cytometry
Eight milliliters of heparinized whole blood was diluted twice with RPMI 1640 medium.
Four milliliters of this diluted blood was seeded into 6 well tissue culture plates (Becton
Dickinson, Franklin, NJ, U.S.A.) and cultured for 24 h at 37°C in a humidified atmosphere
of 5% CO2 in the presence or absence of stimulation with 10 μg/ml of rHSP60, PHA and
BmA. After 24 h, cells were scraped and washed with 1:10 diluted BD FACS lysing solution
(BD Biosciences, San Jose, CA) in 1× PBS. Subsequently, the cells were fixed in 4%
paraformaldehyde and permeabilized in PBS/0.1% saponin (J.T. Baker) for the detection of
costimulatory molecules and cytokines. Staining was done with previously titrated volumes
of PerCP (CD4) and PE conjugated (CD69, CD127, CD62L, CTLA4 and CD25) antibodies
and incubated at 4 °C for 1 h. All the antibodies used in the study were purchased from
eBiosciences. The cells were subsequently washed, and fluorescence was measured on a
FACSCalibur (BD Biosciences, San Jose, CA) using 50,000 gated lymphocytes. Analysis
was performed using Flow JO software (Tree Star) and the data or the stimulated conditions
was expressed as the percentage of CD4+ T cells expressing a particular marker upon
stimulations.

2.5. Cultures for real-time PCR
PBMCs (1 × 106 cells/ml) were cultured in cRPMI 1640 medium supplemented with 10%
fetal calf serum in 24 well tissue culture plates (Becton Dickinson, Franklin, NJ, U.S.A.) for
24 h in the presence or absence of stimulation with 10 μg/ml of PHA, BmA and rHSP60.
The cultures were harvested by centrifugation, following which, the supernatants were
stored at −20 °C for the estimation of cytokines and the pellet was used for RNA extraction.
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2.6. RNA extraction
PBMCs were lysed and the total RNA was extracted according to the manufacturer’s
protocol (RNeasy Mini kit; Qiagen). RNA was dissolved in 20 μl of RNase free water.

2.7. cDNA synthesis
Reverse transcription of RNA was performed in a final volume of 40 μl containing 0.25 mM
mix of the four deoxy-nucleotide triphosphates (dATP, dGTP, dTTP, and dCTP) (New
England Biolabs, MA, U.S.A.); 1× reverse transcriptase buffer (50 mM Tris–HCl, pH 8.3,
75 mM KCl, 3 mM MgCl2); 8 mM DTT; 20 U RNase inhibitor (Gibco BRL); and 200 U of
MMLV-reverse transcriptase (New England Biolabs, MA, U.S.A.) followed by incubation
of the tubes at 37 °C for 60 min. The reverse transcription reaction was stopped by heating
the tubes at 90 °C for 5 min. The cDNAs were snap-chilled in ice for 5–10 min and stored at
−20 °C until use.

2.8. Real-time RT-PCR
Real-time quantitative RT-PCR was performed in an ABI 7500 sequence detection system
(Applied Biosystems) using TaqMan Assays on Demand reagents for IL-10 (Hs0017
4086_m1), TGF-β (Hs99999918_m1), IFN-γ (Hs001741 43_m1) and an endogenous 18S
(4319413E) ribosomal RNA control. The end point used in real-time PCR quantification is
CT that is the threshold cycle during the exponential phase of amplification, according to the
manufacturer’s protocol. Quantification of gene expression was performed using the
comparative CT method (Sequence Detector User Bulletin 2, Applied Biosystems) and
reported as the fold change relative to the house keeping gene. To calculate the fold change,
the CT of the house keeping gene (18S rRNA) was subtracted from the CT of the target gene
to yield the ΔCT. Change in the expression of the target gene as a result of antigenic
exposure was expressed as 2−ΔΔCT, where ΔΔCT = ΔCT of stimulated −ΔCT of
unstimulated. Along with fold change, basal level expression of the same genes was also
assessed.

2.9. ELISA for IL-10 and TGF-β
The levels of cytokines IL-10 and TGF-β in the culture supernatants were measured by
ELISA. IL-10 was determined by Bio plex multiplex cytokine assay system (Bio rad,
Hercules, CA) and TGF-β by conventional ELISA following manufacturer’s protocol
(R&D, Minneapolis, MN). The lowest detection limits for the IL-10 and TGF-β were 53.2
pg/ml and 7.8 pg/ml respectively.

2.10. Statistical analysis
All statistics were performed using GraphPad Prism version 5 for Windows (GraphPad
Software, Inc., San Diego, CA). Comparisons were made using the Mann–Whitney U test
(for unpaired data); * denotes p < 0.05.

3. Results
3.1. Expression of activation markers on CD4+ T cells in response to rHSP60

To examine the activation profile of T cells in filarial individuals upon stimulation with
rHSP60, we determined the expression of activation markers – CD69, CD127 and CD62L
on CD4+ T cells by whole blood flow cytometry. CD69 (very early activation antigen), a C-
type lectin gets upregulated rapidly on activated T cells, while the expression of CD127
(IL-7 receptor α) and CD62L (L-selectin) is downregulated.

Shiny et al. Page 4

Microbes Infect. Author manuscript; available in PMC 2012 December 06.

$w
aterm

ark-text
$w

aterm
ark-text

$w
aterm

ark-text



In response to Wolbachia rHSP60, CD69 expression was significantly reduced in infected
patients compared to uninfected patients (Fig. 1A(a)) while the expression of CD62L was
significantly increased in the infected compared to the uninfected group of individuals (Fig.
1B(a)). Similarly, the CD127expression was also upregulated in filarial patients upon
stimulation with rHSP60 (p < 0.05) (Fig. 1C(a)).

On the contrary, the crude filarial antigen BmA, greatly diminished the expression of CD69,
CD127 and CD62L in filarial infected compared to uninfected individuals (p > 0.05) (Fig.
1d). Spontaneous CD62L expression was lower in infected individuals compared to the
uninfected (p < 0.05) (Fig. 1B(b)), while the spontaneous expression of CD127 (Fig. 1C(b))
and CD69 did not show any significant difference among the groups (Fig. 1A(b)).

3.2. Suppressed lymphocyte proliferation in filarial patients stimulated by rHSP60
The findings from analysis on T cell activation were corroborated by the lymphocyte
proliferation assay, where a significantly lower lymphocyte proliferation was observed in
filarial patients when stimulated with rHSP60 (Fig. 2A). BmA significantly decreased the
proliferation in the infected compared to the uninfected individuals (p < 0.05) as reported
previously [17]. The proliferative responses to PHA were found to exhibit no significant
differences among the groups (Fig. 2A).

Similar lymphoproliferation observed upon stimulation of uninfected PBMC with rHSP60
(10 μg/ml) in the presence and absence of polymyxin-B sulfate (Fig. 2B) indicated that the
contaminating LPS did not contribute to the proliferative responses and the observed
immune regulatory effect of rHSP60 is not due to LPS contamination. Endotoxin activity of
each rHSP60 preparation was measured by Limulus amoebocyte lysate assay beforehand to
ensure that the preparation is essentially free of LPS contamination. This is important, since
some studies suggest that the reported cytokine effects of rHSP60 may be attributed to the
contaminating LPS, on account of failure to use highly purified LPS free HSP60 [18,19].

3.3. Augmented expression of CTLA4 and CD25 on CD4+ lymphocytes in filarial patients
upon rHSP60 stimulation

The importance of CD4+ CD25+ CTLA4+ Tregs in immune suppression was exposed by the
reversal of antigen-specific hyporesponsiveness leading to parasite clearance, upon
depletion of Tregs [20]. We examined the role of CD4+ T cells expressing either CTLA4 or
CD25 in filarial infections. In response to rHSP60, the expression of CTLA4, a receptor for
B-7 molecules (CD80 and CD86) that is expressed on activated CD4+ and CD8+T cells, was
upregulated in infected patients compared to uninfected individuals (p ≤ 0.05) (Fig. 3A(a)).
Similarly, CD25 expression on CD4+ lymphocytes was also elevated upon stimulation with
rHSP60 in infected compared to uninfected groups (p < 0.05) (Fig. 3B(a)). Although BmA
significantly induced the expression of CTLA4 in infected patients, it did not exhibit any
difference in the expression of CD25 among the groups (Fig. 3d). PHA induced expression
of CTLA4 and CD25 did not show any difference among the groups (Fig. 3c). Moreover, in
unstimulated controls, spontaneous expression of CTLA4 and CD25 was similar in both the
groups (Fig. 3b).

3.4. rHSP60 reduced the expression of IFN-γ in filarial patients
rHSP60 stimulated IFN-γ expression was reduced in infected patients compared to
uninfected controls (p < 0.05) (Fig. 4a) unlike BmA, where such a change was not noticed
(Fig. 4d). In contrast, the spontaneous IFN-γ expression levels were higher in infected than
uninfected individuals (p < 0.05) (Fig. 4b). PHA induced IFN-γ expression was also
reduced in infected patients compared to uninfected controls (p < 0.05) (Fig. 4c).
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3.5. rHSP60 augmented release of IL-10 and TGF-β in filarial patients
Based on the induced expression of CTLA4 and CD25 in filarial patients upon stimulation
with rHSP60, the expression profile of suppressor cytokines (IL-10 and TGF-β) was
determined by real-time PCR. rHSP60 significantly upregulated the mRNA expression of
suppressor cytokines, IL-10 and TGF-β in infected compared to uninfected group of
individuals (p < 0.05) (Fig. 5A(a)). However, BmA did not induce any significant change in
TGF-β and IL-10 levels among the groups (Fig. 5A(b)). Although PHA significantly down-
regulated the expression of TGF-β in infected patients, it did not exhibit any difference in
the expression of IL-10 among the groups (Fig. 5A(c)). Spontaneous IL-10 mRNA
expression was however, elevated in the infected groups (p < 0.05), which supports the
previous findings [21], while spontaneous TGF-β expression did not show any significant
change among the groups (Fig. 5A(d)).

The levels of suppressor cytokines IL-10 and TGF-β were elevated in the rHSP60 stimulated
culture supernatants of filarial patients compared to the normal group of individuals as
determined by ELISA (Fig. 5B).

4. Discussion
The role of Wolbachia in the pathogenesis of filarial infection and disease is a matter of
intense investigation. However, while elucidation of the role of Wolbachia in filarial
nematode biology and pathogenesis has become the focus of many research investigations,
its contribution to parasite survival or immune response is still unclear. Previous studies by
our group and others have determined the antibody response against Wolbachia antigens in
the serum samples of filaria infected individuals [12,22,23]. Recently, Wolbachia
lipoproteins have been implicated as the prime candidate ligands for the activation of
TLR2/6 dependent innate and adaptive inflammation associated with filarial pathogenesis
[24]. In this regard, functional characterization of endosymbiont antigens is imperative in
understanding the elements of filarial pathogenesis.

In the present study, we have examined the role of recombinant Wolbachia heat shock
protein 60 (rHSP60) in modulating the host immune responses by the analysis of
lymphoproliferation, cytokine responses and T cell activation in filarial infected and
uninfected individuals. The possibility of cross reactivity of Wolbachia HSP60 with HSPs of
different origin can be excluded by the fact that putative amino acid sequence alignment of
the HSP60 gene from nematode and other bacteria causing secondary infections in chronic
pathology subjects, failed to show significant homology with HSP60 of the B. malayi
Wolbachia endosymbiont (Data not shown).

rHSP60 induced T cell activation was assessed by evaluating the expression of T cell
activation markers like CD69, CD127 and CD62L. Decreased CD69 along with elevated
expressions of CD127 and CD62L in filarial infected patients when compared to uninfected
endemic controls suggests reduced T cell activation in the former compared to the latter
upon stimulation with rHSP60. Similar observations were reported earlier in different
studies, with respect to the expression of these activation markers [25–27]. Reduced
lymphocyte proliferation in filarial infected compared to the uninfected group of individuals
upon rHSP60 stimulation supports the lesser T cell activation in the former. Bacterial HSPs,
particularly HSP60 and HSP70, are shown to be capable of inducing antibody production
and T cell activation in many infectious diseases [28].

Upregulated expression of CTLA4 and CD25 upon rHSP60 stimulation in the infected
people may be attributed to Tregs supported by studies that show the role of CD4+ CD25+

CTLA4+ Tregs in the inhibition of protective immunity to filarial parasites in vivo [20]. The
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potent inhibitory properties of CTLA4 make it a prime candidate for mediating filarial
immune suppression either acting directly through CD4+ CD25+ CTLA4+ Tregs or forming
an independent suppressive mechanism that may act in conjunction with CD4+ Treg cells
[29,30]. Moreover, elevated IL-10 and TGF-β levels corroborate the reduced CD4+ T cell
activation and IFN-γ in filarial patients. Therefore, rHSP60 induced expression of CTLA4
and CD25 together with elevated IL-10 and TGF-β in patients proposes that Wolbachia
HSP60 modulates the immune responses by reducing T cell activation in filarial patients.
This impairment may be attributed to Treg activity and needs further assessment by
determining the expression of Foxp3 and distinguishing CD25hi from CD25lo populations
since the latter represents effector T cell activation. In experimental disease models, HSPs
can prevent or arrest inflammatory damage, and in initial clinical trials in patients with
chronic inflammatory disease, HSP-derived peptides have been shown to promote the
production of anti-inflammatory cytokines, indicating immunoregulatory potential of HSPs
[31]. In addition, mycobacterial HSP70 induced suppression of inflammation and tissue
damage in another experimental disease through the antigen-specific IL-10 production has
been reported [32].

BmA was the control in the present study, as this is being extensively used as a parasite
antigen material in similar studies elsewhere [3,33,34]. BmA induced reduced
lymphoproliferation and elevated CTLA4 expression in infected group supports diminished
T cell reactivity and T cell anergy as mentioned previously [35,36]. On the contrary, reduced
CD62L expression in the infected compared to the uninfected group of individuals indicates
T cell activation in these individuals. This difference may be attributed to the heterogeneous
nature of the crude parasite antigen and endorses the usage of recombinant proteins for such
investigations.

Thus, Wolbachia HSP60 may contribute to the hyporesponsiveness observed in the human
host, supported by the studies that showed a repeated exposure of macrophages to
Wolbachia antigens induces tolerance in vitro and in vivo [11]. Moreover, Wolbachia
surface protein (WSP) that readily comes in contact with the host immune system upon its
release from filarial worm had also been shown to suppress the T cell activation in filarial
patients when compared to endemic normals (unpublished). Chronic immune activation
results in general hyporesponsiveness and anergy of the host lymphocytes, thereby
contributing to the incapacity of these individuals to cope with infections [4,37].

In conclusion, our data indicate that Wolbachia HSP60 regulates immune activation that
may mediate an additional level of immune tolerance along with nematode products in
filarial patients, who are chronically exposed to filarial/endosymbiont antigens. Future
studies should address in more detail the complex system of regulatory events that occurs
upon Wolbachia exposure to immune cells, which can include downregulation of receptors
and blockade of signaling pathways.
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Fig. 1.
rHSP60 reduced the T cell activation in filarial patients. Expression of T cell activation
markers (CD69(A), CD62L(B) and CD127(C)) on CD4+ cells analyzed by flow cytometry
after stimulation of whole blood with HSP60(a), BmA(b) and PHA(c) in uninfected (n = 10)
and infected (n = 15) group of individuals. Each dot represents the percentage of expression
of these markers and horizontal bars indicate geometric mean.
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Fig. 2.
A: Lymphocyte proliferation is reduced with rHSP60 in infected patients. Lymphocyte
proliferation assay was carried out with PBMCs from uninfected (n = 10) and infected group
(n = 15) of patients, stimulated with HSP60 and BmA (96 h) along with PHA (48 h). The
results are expressed as stimulation index and the horizontal bar denotes the geometric mean
of all the individuals in each group. B: Lymphoproliferative response to rHSP60 is not
mediated by contaminating endotoxin. Shown is the geometric mean stimulation index for
PBMCs from uninfected (n = 5) individuals following stimulation with rHSP60 in the
presence or absence of polymyxin B sulfate. Error bars indicate standard deviations.
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Fig. 3.
rHSP60 augmented the expression of CTLA4 and CD25 in filarial patients. Expression of
CTLA4 and CD25 on CD4+ cells analyzed by flow cytometry after stimulation of whole
blood with rHSP60, BmA and PHA in uninfected (n = 10) and infected (n = 15) group of
individuals. Each dot represents the percentage of expression of these markers and
horizontal bars indicate geometric mean.
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Fig. 4.
Downregulated expression of IFN-γ in rHSP60 stimulated filarial patients. IFN-γ gene
expression by Real-time PCR analysis in PBMCs of uninfected (n = 10) and infected (n =
15) group of patients after 24 h stimulation with HSP60, BmA and PHA is depicted as the
fold change over basal level. Horizontal bars indicate geometric mean.
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Fig. 5.
A: rHSP60 induced mRNA expression of suppressor cytokines in filarial patients. IL-10 and
TGF-β gene expression in PBMCs of uninfected (n = 10) and infected (n = 15) group of
patients after 24 h stimulation with HSP60, BmA and PHA by Real-time PCR analysis is
depicted as the fold change over basal level. Horizontal bars indicate geometric mean. B:
rHSP60 induced IL-10 & TGF-β proteins in the culture supernatants of filarial patients.
Release of IL-10 and TGF-β protein levels in the culture supernatants of PBMCs after 24 h
stimulation with HSP60 was measured by ELISA. Each vertical bar represents the mean
value of uninfected (n = 10) and infected (n = 15) samples.
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