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Abstract 

Background: Infections caused by bacteria or viruses are frequent in common variable immunodeficiency (CVID) 
patients due to antibody deficiencies, which may be associated with altered T cell function. CVID patients are fre‑
quently in contact with pathogen‑associated molecular patterns (PAMPs), leading to the activation of innate immu‑
nity through Toll‑like receptors (TLR) affecting T cell activation. We evaluated the effect of TLR activation on T cells in 
CVID patients undergoing intravenous immunoglobulin (IVIg) replacement using synthetic ligands.

Methods: Expression of exhaustion, activation and maturation markers on T cells from peripheral blood as well as 
regulatory T cells and follicular T cells in peripheral blood mononuclear cells (PBMCs) from CVID and healthy individu‑
als were evaluated by flow cytometry. PBMCs cultured with TLR agonists were assessed for intracellular IFN‑γ, TNF, 
IL‑10, IL‑17a or IL‑22 secretion as monofunctional or polyfunctional T cells (simultaneous cytokine secretion) by flow 
cytometry.

Results: We found increased expression of the exhaustion marker PD‑1 on effector memory CD4+ T cells 
(CD45RA−CCR7−) in the peripheral blood and increased expression of CD38 in terminally differentiated CD8+ T 
cells (CD45RA+CCR7−). Furthermore, a decreased frequency of naïve regulatory T cells (CD45RA+Foxp3low), but 
not of activated regulatory T cells (CD45RA−Foxp3high) was detected in CVID patients with splenomegaly, the non‑
infectious manifestation in this CVID cohort (43.7 %). Moreover, the frequency of peripheral blood follicular helper T 
cells (CD3+CD4+CXCR5+PD‑1+ICOS+) was similar between the CVID and control groups. Upon in vitro TLR3 activa‑
tion, a decreased frequency of CD8+ T cells secreting IFN‑γ, IL‑17a or IL‑22 was detected in the CVID group compared 
to the control group. However, a TLR7/TLR8 agonist and staphylococcal enterotoxin B induced an increased Th22/
Tc22 (IL‑22+, IFN‑γ−, IL‑17a−) response in CVID patients. Both TLR2 and TLR7/8/CL097 activation induced an increased 
response of CD4+ T cells secreting three cytokines (IL‑17a, IL‑22 and TNF)in CVID patients, whereas CD8+ T cells were 
unresponsive to these stimuli.

Conclusion: The data show that despite the unresponsive profile of CD8+ T cells to TLR activation, CD4+ T cells and 
Tc22/Th22 cells are responsive, suggesting that activation of innate immunity by TLRs could be a strategy to stimulate 
CD4+ T cells in CVID.

Keywords: Common variable immunodeficiency, Exhaustion and activation markers, Toll‑like receptor agonists, Tc22/
Th22, Polyfunctional T cells

© 2016 The Author(s). This article is distributed under the terms of the Creative Commons Attribution 4.0 International License 
(http://creativecommons.org/licenses/by/4.0/), which permits unrestricted use, distribution, and reproduction in any medium, 
provided you give appropriate credit to the original author(s) and the source, provide a link to the Creative Commons license, 
and indicate if changes were made. The Creative Commons Public Domain Dedication waiver (http://creativecommons.org/
publicdomain/zero/1.0/) applies to the data made available in this article, unless otherwise stated.

Open Access

Journal of 
Translational Medicine

*Correspondence:  marisato@usp.br 
1 Laboratory of Dermatology and Immunodeficiencies, LIM‑56, 
Department of Dermatology, Medical School, Tropical Medicine Institute, 
University of São Paulo, Av. Dr. Enéas de Carvalho Aguiar, 500, 3rd Floor, 
São Paulo 05403‑000, Brazil
Full list of author information is available at the end of the article

http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/publicdomain/zero/1.0/
http://creativecommons.org/publicdomain/zero/1.0/
http://crossmark.crossref.org/dialog/?doi=10.1186/s12967-016-0900-2&domain=pdf


Page 2 of 11de Lollo et al. J Transl Med  (2016) 14:138 

Background
Common variable immunodeficiency (CVID) is a pri-
mary immunodeficiency characterized by susceptibility 
to recurrent infections due to inadequate quantity and 
quality of protective antibodies [1]. There is an immense 
phenotypic heterogeneity of patients with CVID, which 
can be observed in the variability of the age at onset of 
disease and related comorbidities, including autoimmune 
diseases, malignancies, chronic lung diseases, spleno-
megaly and gastrointestinal diseases [2, 3]. The current 
treatment consists of intravenous IgG (IVIG) replace-
ment every 3–4  weeks [4] with the goal of protecting 
patients against infection by extracellular pathogens.

Relapsing bacterial/viral infections in CVID trigger 
strong stimulation of innate immunity. Upon pathogen-
associated molecular pattern (PAMP) expression, pattern 
recognition receptors (PRRs), including Toll-like recep-
tors (TLRs), trigger intracellular signals to innate immune 
cells to contain the infection and return to homeostasis 
[5]. However, defective TLR7 and TLR9 signaling in B 
cells and plasmacytoid dendritic cells (pDCs), deficient 
IFN-α secretion, and impaired B cell function alter innate 
immune responses in CVID, thus preventing TLR-medi-
ated enhancement of humoral immunity in  vivo and 
possibly increasing susceptibility to enteroviral and rhi-
noviral infections [6, 7].

Moreover, there are several CD4+ T cell abnormalities 
and functional alterations in CVID, such as a reduction 
in CD4+ T cell counts, reduced proliferation capacity 
and/or impaired cytokine production [2, 8–10]. Bacteria-
specific CD4+ T cells from CVID patients are function-
ally impaired and express high levels of programmed 
death 1 (PD-1) [11]. Intravenous immunoglobulin (IVIg) 
treatment significantly reduces endotoxemia and PD-1+ 
expression on CD4+ T cells, restoring bacteria-specific 
CD4+ T cell cytokine production and proliferation [11] 
and reducing CD8+ T cell activation [12].

Antigen-presenting cells have been the primary focus 
of TLR research, although TLRs are also expressed on 
cells of the adaptive immune system, such as T and B 
cells. Activation of TCR up-regulates TLR expression, 
rendering these T cells responsive to TLR agonists, such 
as TLR5 and TLR7/TLR8, which demonstrate co-stimu-
latory capacity [13, 14]. It has been suggested that TLR 
stimulation of T cells can function as a co-stimulator 
during the initiation of an adaptive immune response 
to aid the survival of memory T cells, as well as in the 
rapid induction of a memory response [15]. The T cell 
perturbations in CVID can be attenuated by IVIg treat-
ment, whereas the adjuvant role of TLR activation, 
which directly or indirectly influences CD4/CD8 T cell 
responses, could be of great interest.

In the present study, the results show the adjuvant role 
of TLR agonists in adaptive immunity, leading to a poly-
functional response primarily by CD4+ T cells and to 
increased Th22/Tc22 responses in CVID.

Methods
Patients
CVID patients were followed at the primary immuno-
deficiency diseases outpatient clinic (ADEE3003) of the 
Hospital das Clínicas, Faculdade de Medicina da Uni-
versidade de São Paulo (HC/FMUSP). The CVID group 
(n  =  16) consisted of 10 males and six females (aged 
22–65), and the healthy donors (n  =  16) consisted of 
seven males and nine females (aged 21–65). All CVID 
patients fulfilled the European society for immunode-
ficiencies (ESID) and Pan-American Group for Immu-
nodeficiency (PAGID) criteria [16], and all were on IVIg 
replacement at a dose of 400–800 mg/kg/3–4 weeks (to 
maintain trough levels above 8.0  g/L). Blood samples 
were collected before IVIg infusion; during this period, 
all patients were free of acute or chronic infections, and 
none was receiving corticosteroid therapy. The research 
involving human participants reported in this study was 
approved by the São Paulo University Institutional Use 
Committee. Study participants were enrolled after sign-
ing and dating an approved informed consent. Our Eth-
ics Committee approved the consent procedure. The 
approval number is (0295/09).

Flow cytometry in peripheral blood
To analyze the exhaustion/activation markers at differ-
ent stages of T cell maturation (naïve CCR7+ CD45RA+, 
effector CCR7−  CD45RA−, memory CCR7+  CD45RA−, 
memory RA CCR7− CD45RA+) in the peripheral blood, 
venous blood was collected in EDTA-anticoagulated 
tubes, and staining was performed using the follow-
ing antibodies: CD3 BV605 (SK7), CD4 V500 (RPA-T4), 
CD8 PerCP-Cy5.5 (RPA-T8), CD45RA APC-H7 (HI100), 
CD127 PE-Cy7 (HIL-7R-M21), CCR7 APC (3D12) and 
PD-1 PE (MIH4). To analyze follicular helper T cells, 
CD3 BV605 (SK7), CD4 V500 (RPA-T4), CXCR5 PerCP-
Cy5.5 (RF8B2) and PD-1 FITC (MIH4) were evaluated. 
Antibodies were purchased from BD Pharmingen (San 
Jose, CA, USA). Approximately 70  µL of whole blood 
was stained for 20  min and then incubated for 15  min 
with FACS lysing solution (BD FACS Lysing; BD Bio-
sciences, San Jose, CA) to lyse the erythrocytes. After 
two washes in an isotonic solution (Hemoton SPEC; Bra-
zil), 300,000 events were acquired using a flow cytometer 
(LSR Fortessa; BD Biosciences) and were analyzed using 
FlowJo Software (Tree Star, Ashland, OR, USA).Regula-
tory T cells were evaluated according to the instructions 
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for the FoxP3 staining kit (eBiosciences, San Diego, CA, 
USA).

Flow cytometry of in vitro TLR‑activated cells
Peripheral blood mononuclear cells (PBMCs) were iso-
lated by Ficoll-Hypaque density-gradient centrifuga-
tion (Amersham Pharmacia Biotech, NJ, USA) and were 
resuspended in RPMI 1640 (Gibco Invitrogen, Carlsbad, 
CA, USA) after two washes in medium supplemented 
with gentamicin (10 µg/mL) and 10 % AB human serum 
(Sigma-Aldrich, St Louis, MO, USA). PBMCs at 1.5 × 106 
cells/mL were incubated in 48-well plates (Costar, Cam-
bridge, MA, USA) with medium or with 5 µg/mL TLR2 
agonist (Pam3CSK4), 40  ng/mL TLR3 (Poly-RIG) ago-
nist or 5  µg/mL TLR7/8 (CL097) agonist (InvivoGen, 
San Diego, CA, USA) for 20  h or 1  µg/mL Staphylo-
coccus aureus enterotoxin B (SEB, Sigma-Aldrich), 10   
ng/mL phorbol myristate acetate (PMA) (Sigma-Aldrich) 
and 1  µg/mL ionomycin (Iono) (Sigma-Aldrich) for  
6 h at 37 °C in 5 % CO2. Brefeldin A (10 µg/mL, Sigma) 
was added to the cultures for the last 4  h. PBMC cul-
tures were washed and incubated with LIVE/DEAD Fix-
able Red Dead Cell Stain Kit (Invitrogen, Carlsbad, CA, 
USA) for 30 min at room temperature, followed by fixa-
tion with Cytofix/Cytoperm solution (BD Bioscience) for 
20  min and permeabilization with Perm/Wash solution 
for 20 min at 4 °C. The cells were then stained with CD3 
BV605 (SK7), CD4 V500 (RPA-T4), CD8 PerCP-Cy5.5 
(RPA-T8), CD38 Alexa Fluor 700 (HIT2), IFN-γ V450 
(B27), TNF Pe-Cy7 (Mab11), IL-10 APC (JES3-19F1), 
IL-17a Alexa Fluor 488 (eBiosciences) and IL-22 PE, 
(eBiosciences); unless otherwise mentioned, all antibod-
ies were purchased from BD Biosciences (San Jose, CA, 
USA). Next, the samples were washed with Perm/Wash 
buffer (BD Biosciences) and diluted in isotonic solution. 
A total of 500,000 events were acquired and analyzed 
by flow cytometry (LSR Fortessa, BD Biosciences, USA) 
using the FACS-Diva (BD Bioscience) and FlowJo10.0.6 
(Tree Star, Ashland, OR, USA) software programs. Fluo-
rescence Minus One (FMO) controls were performed for 
all antibody panels to check proper compensation and 
to define positive signals. Boolean gate arrays were cre-
ated using FlowJo software. These analyses determined 
the expression frequency of each cytokine based on all 
possible combinations of the five cytokines. Polychro-
matic flow cytometry data were analyzed with the SPICE 
Program (Version 2.9, Vaccine Research Center, NIAID, 
USA).

Statistical analysis
All cytokine measurements were background-sub-
tracted, taking into account the frequency of cells pro-
ducing cytokines in the absence of antigenic stimulation. 

The nonparametric Mann–Whitney test was used to 
compare variables of CVID and healthy controls. The 
comparison of the three groups healthy individuals 
(HC) versus CVID with and without splenomegaly was 
performed by Kruskal–Wallis test followed by Dunn’s 
multiple comparisons test. P ≤ 0.05 was considered sta-
tistically significant.

Results
Exhaustion/activation T cell markers and frequency 
of effector/regulatory T cells in CVID
To evaluate whether the activation of innate immu-
nity via TLR activation could enhance the adaptive 
response, we previously evaluated the activation/
exhaustion profiles of CD4+ and CD8+ T cells. Moreo-
ver, considering that IVIg treatment partially restores 
CD4+ T cell activation [17], we evaluated the markers 
related to exhaustion (programmed cell death, CD279, 
PD-1), resting/naïve status (interleukin (IL)-7 receptor 
alpha chain (CD127), and activation (CD38) at differ-
ent stages of T cell maturation as well as in regulatory 
T cells in the CVID and HC groups. The follicular T 
cells (CD4+ CXCR5+ PD-1+ ICOS+), which are special-
ized providers of T cell help to B cells and are essential 
for germinal center formation, were also evaluated in 
peripheral blood from the CVID and HC groups.

In the present study, 16 CVID patients and 16 HC were 
enrolled (Table 1). The percentage of B cells in the CVID 
patients was decreased compared to that in the HC group, 
with increased frequencies of naïve B cells and decreased 
memory B cells. Figure 1a shows an increased frequency 
of CD4+  PD-1+  T cells in CVID patients compared to 
HC individuals, whereas no difference was observed in 
CD8+ T cells. Evaluating CD4+ PD-1+ T cells according 
to T cell maturation stage, we found an increased fre-
quency of memory T cells in CVID patients, including the 
central memory (TCM) (CD45RA− CCR7+) and effector 
memory (TEM) stages (CD45RA− CCR7−). Considering 
the several clinical features frequently observed in CVID 
subjects and the fact that the factors that induce spleno-
megaly are not well known, we compared the immuno-
logic cellular markers of CVID patients with and without 
splenomegaly; however, we did not observe any differ-
ences between the groups. 

Moreover, decreased CD8+ CD127+ T cell percentages 
but not CD4+ T cell percentages (data not shown) were 
observed in CVID patients compared to HC (Fig. 1b). As 
expected in CVID, an increased frequency of activated 
CD8+ CD127− CD38+ T cells was verified in the termi-
nally differentiated effector memory (TEMRA) subset in 
CVID individuals with splenomegaly.

The frequency of peripheral blood follicular helper T 
cells (Tfh) (CD3+  CD4+  CXCR5+  PD-1+  ICOS+) was 
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similar between the HC and CVID groups (Fig.  1c). All 
CVID patients expressed ICOS.

The reduced frequency of Tregs in CVID patients and 
its association with autoimmunity as well as immune dys-
regulation has been previously reported [3, 18]. Thus, we 
analyzed the subpopulation of Tregs in CVID. The Treg 
cells have been subgrouped in three distinct subpopula-
tions as (i) CD45RA+  Foxp3low naïve Treg cells (nTreg 
cells), (ii) CD45RA− Foxp3high activated Treg cells (aTreg 
cells), both of which are suppressive in  vitro, and non-
suppressive cytokine-secreting CD45RA− Foxp3low T cells 
(non-Treg cells) [19, 20]. We found a decreased frequency 
of naïve Treg cells (CD45RA+ Foxp3low) in CVID patients 
compared to HC individuals. In addition, the decreased 
frequency of Treg cells was associated with splenomegaly 
in CVID patients compared to the HC group (Fig. 1d).

Collectively, these results show the presence of exhaus-
tion markers on CD4+ T cells, confirming previous 
data [17], and indicate that these markers are mainly 
expressed on memory subsets, such as TCM and TEM. 
As TCM cells can differentiate into TEM cells, the 
PD-1 on these subsets suggests the exhaustion of effec-
tor TCD4+ function. Additionally, CD8+ CD38+ T cells, 
which chronically activate TEMRA cells, and decreased 
CD127+ may, together, indicate an immunosenescence 

of CD8+ T cells in CVID. Moreover, Treg cell levels are 
reduced in CVID patients [17, 21], which we found to be 
associated with the naïve Treg subset, not the inducible 
subset at the periphery.

Impaired TLR responses by CD8+ T cells in CVID
Infections caused by viruses or bacteria are common fea-
tures in CVID. Because TLR stimulation using synthetic/
natural ligands may mimic extracellular and intracellu-
lar pathogens, we analyzed the effect of TLR activation 
by ligands on the secretion of cytokines by T cells. We 
assessed TLR2/Pam3CSK4, TLR3/Poly-RIG and TLR7/8/
CL097 agonists and used PMA/ionomycin as a nonspe-
cific activating control. The gating strategy is shown in 
Additional file 1.

Figure  2 shows that upon TLR3 activation, IFN-γ, 
IL-17a, IL-22, TNF or IL-10 secretion was observed in 
CD4+ T cells at similar levels in the CVID and HC groups. 
In contrast, a decreased frequency of CD8+ T cells secret-
ing IFN-γ, IL-17a or IL-22 was detected in the CVID group 
(Fig. 2a). Activation by PMA/ionomycin induced impaired 
IFN-γ, IL-17a, IL-22 and TNF but not IL-10 responses 
by CD4+ T cells in CVID compared to HC. Similarly, the 
CD8+ T cell cytokine response was decreased, including 
IL-10 secretion, in CVID patients (Fig. 2b).

These data show that CD8+ T cells are down-mod-
ulated by TLR3 stimulation. This finding indicates an 
impairment of CD8+ T cells in CVID, as TLR3 ligand is 
able to stimulate fully functional memory CD8 T cells in 
the absence of CD4+ T cells [22].

High frequency of circulating Th22/Tc22 upon TLR and SEB 
stimulation in CVID
The strategy to evaluate the secretion of IL-22, without 
the exclusion of other cytokines, includes other popula-
tions, such as Th17. We therefore analyzed excluding 
IFN-γ and IL-17 to consider Th22/Tc22 cells [23, 24] in 
the CVID and HC groups. The gating strategy for Th22 
and Tc22 is shown in Additional file 2.

Interestingly, we detected an increased baseline Th22 
frequency in CVID in comparison to HC (Fig.  3a). In 
addition, both Th22/Tc22 from CVID patients had an 
increased response to TLR7/8/CL097 agonists as well as 
to SEB (Fig.  3b); however, Th22 cells were decreased in 
CVID compared to HC subjects upon TLR3 activation. 
The strategy of Th22/Th22 evaluation may represent a 
different population due to the different results after TLR 
activation.

Polyfunctional CD4+ and CD8+ T cell responses to TLR 
activation in CVID
Polyfunctional T cells can provide more effective immune 
responses to pathogens than single cytokine-producing 

Table 1 Demographic data and  laboratory characteristics 
of studied CVID subjects

a Values are expressed as median with interquartile range
b Early onset was determined before 20 years-old and late onset after 20 years-old
c IgG levels during the IVIg treatment

Patients CVID CVID total (n = 16) HC total (n = 16)

Median agea 34.0 (22–65) 36 (21–65)

Gender (male/female) 10/6 7/9

Onset of disease (early/late)b 9/7

Autoimmunity  
manifestations (%)

19

Bronchiectasis (%) 62.5

Splenomegaly (%) 43.75

Lymphadenopathy (%) 1.5

GI symptoms (%) 25

Granulomas (%) 12.5

Cancer (%) 12.5

Median duration of IVIg 
(years)

9.0 (3–15)

Immunoglobulin G (mg/dL)c 771.5 (459–926)

Immunoglobulin A (mg/dL) 5 (0.2–29.4)

Immunoglobulin M (mg/dL) 10.2 (1.85–32.4)

B cells (CD3− CD19+) (%) 6.6 (4.58–10.13) 30.4 (9.68–40.98)

Naive B cells (IgD+ CD27−) 
(%)

88.9 (75.78–93.60) 36.65 (31.05–57.50)

Memory B cells 
(IgD− CD27+) (%)

1.63 (0.4–3.4) 17.75 (11.25–21.20)
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cells. We next evaluated the ability of cells to secrete IFN-
γ, IL-10, IL-17a, IL-22 and TNF upon TLR, PMA/iono-
mycin, or SEB stimulation. The gating strategy to detect 
simultaneous cytokine secretion in CD4+ and CD8+ 
T cells is shown in Additional file 3. Because a Boolean 
strategy generates several combinations, we present only 
the data with significant differences.

Overall, CD4+ T cells simultaneously secreting 4–5 
cytokines stimulated by TLR agonists or PMA/iono-
mycin were preserved in CVID (Fig.  4). The evaluation 
of polyfunctional cells secreting three cytokines indi-
cated an increased frequency of CD4+ T cells secreting 
IL-17a, IL-22 and TNF induced by TLR7/8/CL097 and 
TLR2/Pam3CKS4 in CVID compared to HC individu-
als. Similar to monofunctional CD4+ T cells activated 

by PMA/ionomycin, a decreased percentage of CD4+ T 
cells secreting four cytokines (IL-10, IL-17a, IL-22 and 
TNF) was also observed in CVID upon PMA/ionomycin 
stimulation.

Polyfunctional cells secreting five cytokines were bal-
anced in both groups, whereas CD8+  T cells secreting 
three cytokines in CVID were decreased in response 
to PMA/ionomycin (IFN-γ, IL-10, IL-22) as well as SEB 
(IFN-γ, IL-17a, IL-22) (Fig.  4b). These data show that 
TLR activation induces polyfunctionality only in CD4+ T 
cells in CVID, and there is a disturbed PMA/ionomycin 
response by both CD4+ and CD8+ T cells.

To further analyze T cell activation, we evaluated 
polyfunctionality (IFN-γ, IL-10, IL-17a, IL-22 and 
TNF) in CD38+ T cells. The gating strategy is shown in 

Fig. 1 Altered exhaustion/activation marker expression on T cells and frequency of regulatory T cells in CVID. PBMCs from healthy control (HC, 
n = 16) and CVID patients (n = 14) were assessed for (a) PD‑1 and (b) CD127 expression in CD4+ and CD8+ T cells, according to the maturation 
stage, and for the presence (+) or absence (−) of splenomegaly (spl); (c) follicular T cells (CD3+ CD4+ CXCR5+ PD‑1+ ICOS+) and (d) naïve regula‑
tory T cells (CD3+ CD4+ CD45RA+ Foxp3+) were determined by flow cytometry. Data represent the median and the interquartile range. *p ≤ 0.05, 
**p ≤ 0.001, ***p ≤ 0.0001
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Additional file 3. Figure 5a shows that CD38+ CD4+ T 
cells had decreased secretion of 4-cytokine combina-
tions in CVID, whether induced by TLR7/8-CL097 or 
PMA/ionomycin. Polyfunctional CD38+  CD4+ T cells 
secreting five cytokines (IFN-γ, IL-17a, IL-22, TNF and 
IL-10) in response to SEB were observed in CVID. Curi-
ously, among CD4+ CD38− T cells, the PMA response 
for 4-cytokine combinations (IFN-γ, IL-10, IL-17a, and 

TNF) was maintained in CVID. The decreased poly-
functional response to TLR activation by CD8+ T cells 
was found in both CD38+and CD38− T cell subsets 
(Fig.  5b). These data showed that CD4+CD38− T cells 
induced by PMA/ionomycin are able to simultaneously 
secrete four cytokines (IFN-γ, IL-17a, IL-22, and TNF) 
in CVID, whereas polyfunctionality was decreased in 
CD8+ T cells.

Fig. 2 Altered cytokine response by CD8+ T cells upon TLR3 stimulation and in response to PMA/ionomycin in CVID. PBMCs from healthy controls 
(HC, n = 16) and CVID patients (n = 16) were cultivated with medium (baseline) or (a) TLR‑3 agonist (Poly‑RIG) for 20 h or (b) PMA/ionomycin for 
6 h. CD4+ and CD8+ T cells secreting IFN‑γ, IL‑17a, IL‑22, TNF and IL‑10 were assessed by flow cytometry. Frequencies of stimulated CD4+ CD8+ T 
cells were subtracted from baseline values. Data represent the median and the interquartile range. *p ≤ 0.05, **p ≤ 0.005, ***p ≤ 0.0001
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Fig. 3 Presence of circulating Th22 and Tc22 cells in CVID patients. PBMCs from healthy controls (HC, n = 16) and CVID patients (n = 16) were culti‑
vated with medium (baseline) or agonists of TLR3 (Poly‑RIG) and TLR7/8 (CL097) for 20 h or SEB for 6 h and assessed by flow cytometry. a Th22 and 
b Tc22 cell frequencies were obtained by excluding IFN‑γ and IL‑17a. Data represent the median and the interquartile range. *p ≤ 0.05, **p ≤ 0.01

Fig. 4 Activation by TLR agonists induces polyfunctional CD4+ T cells in CVID. The combinations of IFN‑γ, IL‑10, IL‑17a, IL‑22 and TNF secreted by 
(a) CD4+ and (b) CD8+ T cells induced by TLR2 (Pam3CSK4), TLR7/8 (CL097), PMA/ionomycin or SEB from HC (n = 16) and CVID (n = 16) individuals 
were derived from a Boolean strategy. Frequencies of stimulated CD4+ or CD8+ T cells were subtracted from baseline values. Data represent the 
median and the interquartile range. *p ≤ 0.05
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Our findings show that monofunctional or polyfunc-
tional cytokines by CD8+  T cells are impaired upon 
innate stimulation in CVID, in contrast to the preserved 
function of polyfunctional CD4+ T cells.

Discussion
CVID patients present recurrent bacterial infections, and 
a significant proportion develop autoimmune, inflam-
matory or lympho proliferative complications. The acti-
vation of innate immunity through TLRs by synthetic 
ligands may mimic PAMPs from bacteria or viruses, and 
these effects on T cells have not been well explored. Our 
data confirm the up-regulation of activation/exhaustion 
markers in T cells in CVID, occurring in both central and 
effector memory T cells. Moreover, decreased regulatory 
T cells occur in naïve regulatory T cells. The CD8+ T cells 
present impaired TLR activation responses, an increase 
in CD38 expression in the TEMRA subset, and decreased 
CD127+, indicating an immunosenescence phenotype of 
CD8+ T cells in CVID patients. However, TLR7/TLR8 
agonists stimulated Th22/Tc22 cells. Activation with 
TLR2 and TLR7/8 agonists induced a polyfunctional 
response only in CD4+ CD38− T cells. These data show 

a potential role for TLR ligands as adjuvants to stimulate 
adaptive T cell responses, and they provide evidence for 
a CD8+ T cell population that is unresponsive to innate 
stimuli in CVID.

The increased expression of the exhaustion marker 
PD-1+ in CD4+ T cells was confirmed as described 
[17], occurring in the TEM and TCM subsets in CVID 
patients despite long-term IVIg treatment. The dura-
tion of IVIg treatment in CVID patients was 9.0 [3–15] 
years. In parallel, an increased frequency of activated 
CD8+ CD127− CD38+ T cells was detected in terminally 
differentiated CD8+ TEMRA. The activation and exhaus-
tion markers in CVID have been associated with immune 
system aging [17]. In this context, our findings confirm 
immunosenescence features in CVID [21] but reveal that 
T cell exhaustion was related to the CD4+ TEM subset 
and T cell activation of the terminally differentiated T 
cells.

We also observed that exhaustion and activation 
markers in CD4+ and CD8+ T cells, respectively, do 
not seem to be associated with splenomegaly, a pre-
dominant clinical feature of CVID (43.7  % of selected 
patients). Tregs are crucial to control immune responses 

Fig. 5 Impaired CD38− or CD38+ CD8+ T cell polyfunctionality induced by SEB in CVID. The combinations of IFN‑γ, IL‑10, IL‑17a, IL‑22, and TNF 
secreted by (a) CD4+ and (b) CD8+ T cells in the presence or absence of CD38 expression, induced by TLR2 (Pam3CSK4), TLR3 (Poly‑RIG), TLR7/8 
(CL097), PMA/ionomycin or SEB, from HC (n = 16) and CVID (n = 16) individuals were evaluated by a Boolean strategy. Frequencies of stimulated 
CD4+ or CD8+ T cells were subtracted from baseline values. Data represent the median and the interquartile range. *p ≤ 0.05
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and limit persistent immune activation [25]. Stratify-
ing CVID patients by splenomegaly showed an associa-
tion with a low percentage of naïve Treg cells. Of naïve 
and peripherally induced Treg, only naïve Treg showed a 
decreased frequency in CVID. CVID patients with auto-
immunity and/or splenomegaly had a reduced frequency 
of CD4+  CD25hi Tregs, which was more accentuated in 
those with splenomegaly; additionally, they were associ-
ated with CD21low B cell expansion [3]. A subgroup of 
CVID patients with CD21low B cell expansion showed 
increased incidence of splenomegaly and autoimmune 
cytopenia [18]. In our CVID cohort, we found an auto-
immune phenotype in 19 % of patients and splenomegaly 
in 25 % of patients. Our findings confirm the decrease in 
Tregs in CVID; despite long-term IgG replacement, this 
therapy could not control the naïve Treg cells in CVID 
patients with splenomegaly, suggesting that Tregs are 
essential to limit persistent immune activation. In our 
cohort of CVID patients, we found an unusual frequency 
of splenomegaly reaching 50 %, whereas evaluation of the 
whole cohort of patients resulted in an observed 25  % 
frequency of splenomegaly, as reported by Gathmann 
et al. [26].

Passive immunotherapy with IVIg in CVID can par-
tially restore the CD4+ T cell compartment and reduce 
CD8+ T cell activation [17]. Moreover, the CD4+PD-1+ 
T cell exhaustion and functional impairment observed 
in CVID patients seems to be associated with bacterial 
translocation, and IVIg treatment decreases bacterial 
translocation, restoring CD4+ T cell functions [11]. Inter-
estingly, bacteria-specific but not virus-specific CD4+ 
T cells express higher levels of PD-1 [11]. Curiously, we 
observed that the TLR4-mediated cytokine response by 
CD4+ T cells was unaltered in CVID patients (data not 
shown), whereas intracellular TLR3/Poly-RIG activa-
tion led to decreased IFN-γ, IL-17a and IL-22 responses 
by CD8+ T cells but not CD4+ T cells. In fact, the TLR3 
pathway is of paramount importance to stimulate the 
secretion of type I IFNs through IRF3. TLR3 signaling 
defects are associated with specific susceptibility to her-
pes simplex virus type 1 encephalitis [27].

The investigation of TLR activation in CVID patients 
is primarily related to determining the effects among B 
cells. CVID patients show defective TLR7 and TLR9 
signaling in B cells and pDCs [6]. These TLR defects in 
CVID are restricted because PBMCs stimulated with 
TLR ligands produce normal amounts of TNF-α, IL-6, 
and IL-12 [6]. In our CVID patients, activation via TLR7/
TLR8 caused an in  vitro expansion in circulating Th22/
Tc22 cells. It is possible that TLR8 activation overcomes 
the TLR7 defects. CL097, an agonist of TLR7/TLR8, is 
an important adjuvant to stimulate the antiviral response 
[28, 29]. It is possible that the increased frequency of 

Th22/Tc22 cells in response to TLR7/8 in CVID con-
tributes to mucosal protection. In fact, IL-22 at mucosal 
surfaces provides innate immune protection against bac-
terial and fungal infections and promotes inflammation 
and epithelial proliferation and repair [30, 31]. Sigmoid 
IL-22-producing T cells and Th22 cells are dramatically 
depleted during chronic HIV infection, and this deple-
tion contributes to epithelial damage and microbial 
translocation [32]. It is important to stress that CVID 
patients are prone to inflammatory bowel disease and 
present lymphoid nodular hyperplasia throughout the 
gastrointestinal (GI) tract, which is clear evidence of 
chronic activation of the GI immune system. If the acti-
vation/exhaustion of T cells could be associated with 
bacterial translocation in CVID [11], Th22/Tc22 activa-
tion by TLR7/8 stimulation may be an interesting strat-
egy to potentiate their functional response.

Despite the immunomodulatory role of TLR agonists 
in T cells, the CD4+/CD8+ T cell response to PMA/iono-
mycin was impaired in CVID. PMA/ionomycin-mediated 
activation of NFAT signaling may mimic full activation 
by TCR signaling and costimulation or anergy [33]. The 
involvement f Ca2+ T cell signaling in CVID has yet to be 
further investigated.

Although innate immunity may constitute the pri-
mary functions of TLRs, their role in T cells is less well 
known. The in vitro activation of PBMCs with TLR ago-
nists may activate APCs and indirectly lead to T cell acti-
vation. However, TLRs can be expressed in T cells [34] 
and serve as costimulatory signals in T cell activation [35, 
36]. TLR2 serves as a costimulatory receptor for antigen-
specific T cell development and participates in the main-
tenance of T cell memory [14]. These findings suggest 
that pathogens may contribute directly to the perpetua-
tion and activation of long-term T cell memory in both 
an antigen-dependent and independent manner.

Polyfunctionality is the ability to produce multiple 
cytokines, which has been associated with beneficial 
immune responses. As we observed the exhaustion/acti-
vated profiles of CD4+ T cells and CD8+ T cells in CVID, 
we next evaluated their ability to secrete several cytokines 
upon TLR activation. CD4+ and CD8+ T cells preserved 
their ability to secrete five TLR-induced cytokines in 
CVID, although CD8+ T cells were less polyfunctional 
than CD4+ T cells. Both extracellular (TLR2/Pam3CKS4) 
and intracellular TLR agonists (TLR7/8/CL097) induced 
CD4+ T cells to secrete three cytokines in CVID, includ-
ing IL-17a, IL-22 and TNF. TLR2 stimulation drives 
human naïve and effector regulatory T cells into a Th17-
like phenotype with reduced suppressive function [37]. 
Polyfunctionality was related to CD4+CD38− T cells in 
response to TLR activation in CVID, whereas CD8+  T 
cells were unresponsive. These data suggest an altered 
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CD8+  T cell response to TLR activation in CVID, in 
either a monofunctional and polyfunctional function.

Conclusions
Our findings show that despite the long duration of IVIg 
replacement, CVID patients have altered responses to 
TLR activation, mainly among CD8+ T cells. Activation 
with TLR2 and TLR7/8 agonists induced a polyfunctional 
CD4+ T cell response, which was impaired in CD4+CD38+ 
T cells. These data show a potential role for TLR7/TLR8 
ligands as adjuvants to stimulate adaptive T cell responses, 
and they provide evidence for a CD8+ T cell population 
that is unresponsive to innate stimuli in CVID.

Authors’ contributions
CL, LMSO and TOT carried out experiments and participated in the study 
design and data analysis. CL and MNS participated in the study design and 
performed data analysis. DMV, MCS, CMAJ, and AJSD participated in the 
study design and coordination and helped to perform experiments. CL and 
MNS conceived of the study and wrote the manuscript. All authors read and 
approved the final manuscript.

Author details
1 Laboratory of Dermatology and Immunodeficiencies, LIM‑56, Department 
of Dermatology, Medical School, Tropical Medicine Institute, University of São 
Paulo, Av. Dr. Enéas de Carvalho Aguiar, 500, 3rd Floor, São Paulo 05403‑000, 
Brazil. 2 Department of Pediatrics, Medical School, University of São Paulo, São 
Paulo, Brazil. 

Acknowledgements
We are grateful to all individuals who participated in the study. This work 
was supported by Fundação de Amparo à Pesquisa do Estado de São Paulo 
(2012/14110‑0) and the Laboratório de Investigação Médica, Unidade 56 do 
Hospital das Clínicas da Faculdade de Medicina de São Paulo. The funders had 
no role in the study design, data collection and analysis, decision to publish or 
manuscript preparation.

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

Funding
This work was supported by Fundação de Amparo a Pesquisa do Estado de 
São Paulo (2012/14110‑0) and the Laboratório de Investigação Médica, Uni‑
dade 56 do Hospital das Clínicas da Faculdade de Medicina de São Paulo.

Additional files

Additional file 1. Gating strategy for monofunctional CD4+ and CD8+ T 
cells. Initially, cells were selected from gates SSC‑A and SSC‑H (singlets) 
to exclude doublets; afterwards, we selected lymphocyte cells, live cells 
and CD3+ T cells, and the subsets CD4+ and CD8+ . Each cytokine was 
individually defined: IL‑17a, IL‑22, TNF, IL‑10 and IFN‑γ.

Additional file 2. Gating strategy for Th22 and Tc22. The initial gate 
utilized was side scatter area (SSC‑A) versus side scatter height (SSC‑H) 
to exclude doublets. Next, lymphocytes were selected, dead cells were 
excluded with LIVE/DEAD staining, and CD3+ T cells were selected for 
CD4+ or CD8+ T cells, excluding IFN‑γ and IL‑17a, and were evaluated for 
IL‑22 production.

Additional file 3. Gating strategy for polyfunctional CD4+ and CD8+ T 
cells. The expression of each cytokine was evaluated in CD3+ T cells, fol‑
lowed by CD4+ T or CD8+ cells in the same combinations. Next, Boolean 
evaluation of several combinations of secreted cytokines was performed, 
and CD38 expression was assessed.

Received: 30 December 2015   Accepted: 7 May 2016

References
 1. Chapel H, Cunningham‑Rundles C. Update in understanding common 

variable immunodeficiency disorders (CVIDs) and the management of 
patients with these conditions. Br J Haematol. 2009;145(6):709–27.

 2. Cunningham‑Rundles C, Bodian C. Common variable immunodeficiency: 
clinical and immunological features of 248 patients. Clin Immunol. 
1999;92(1):34–48.

 3. Arumugakani G, Wood PM, Carter CR. Frequency of Treg cells is 
reduced in CVID patients with autoimmunity and splenomegaly and 
is associated with expanded CD21lo B lymphocytes. J Clin Immunol. 
2010;30(2):292–300.

 4. Cunningham‑Rundles C. How I treat common variable immune defi‑
ciency. Blood. 2010;116(1):7–15.

 5. Kawai T, Akira S. The role of pattern‑recognition receptors in innate 
immunity: update on toll‑like receptors. Nat Immunol. 2010;11(5):373–84.

 6. Yu JE, Knight AK, Radigan L, Marron TU, Zhang L, Sanchez‑Ramón S, et al. 
Toll‑like receptor 7 and 9 defects in common variable immunodeficiency. 
J Allergy Clin Immunol. 2009;124(2):349–56 (356.e1–3).

 7. Dropulic LK, Cohen JI. Severe viral infections and primary immunodefi‑
ciencies. Clin Infect Dis. 2011;53(9):897–909.

 8. Giovannetti A, Pierdominici M, Mazzetta F, Marziali M, Renzi C, Mileo AM, 
et al. Unravelling the complexity of T cell abnormalities in common vari‑
able immunodeficiency. J Immunol. 2007;178(6):3932–43.

 9. Bateman EA, Ayers L, Sadler R, Lucas M, Roberts C, Woods A, et al. T 
cell phenotypes in patients with common variable immunodeficiency 
disorders: associations with clinical phenotypes in comparison with other 
groups with recurrent infections. Clin Exp Immunol. 2012;170(2):202–11.

 10. Hel Z, Huijbregts RP, Xu J, Nechvatalova J, Vlkova M, Litzman J. Altered 
serum cytokine signature in common variable immunodeficiency. J Clin 
Immunol. 2014;34(8):971–8.

 11. Perreau M, Vigano S, Bellanger F, Pellaton C, Buss G, Comte D, et al. 
Exhaustion of bacteria‑specific CD4 T cells and microbial transloca‑
tion in common variable immunodeficiency disorders. J Exp Med. 
2014;211(10):2033–45.

 12. Paquin‑Proulx D, Sandberg JK. Persistent immune activation in CVID and 
the role of IVIg in its suppression. Front Immunol. 2014;5:637.

 13. Caron G, Duluc D, Frémaux I, Jeannin P, David C, Gascan H, et al. Direct 
stimulation of human T cells via TLR5 and TLR7/8: flagellin and R‑848 up‑
regulate proliferation and IFN‑gamma production by memory CD4+ T 
cells. J Immunol. 2005;175(3):1551–7.

 14. Komai‑Koma M, Jones L, Ogg GS, Xu D, Liew FY. TLR2 is expressed on 
activated T cells as a costimulatory receptor. Proc Natl Acad Sci USA. 
2004;101(9):3029–34.

 15. MacLeod H, Wetzler LM. T cell activation by TLRs: a role for TLRs in the 
adaptive immune response. Sci STKE. 2007;2007(402):pe48.

 16. Conley ME, Notarangelo LD, Etzioni A. Diagnostic criteria for primary 
immunodeficiencies. Representing PAGID (Pan‑American Group for 
Immunodeficiency) and ESID (European Society for Immunodeficiencies). 
Clin Immunol. 1999;93(3):190–7.

 17. Paquin‑Proulx D, Santos BA, Carvalho KI, Toledo‑Barros M, Barreto de 
Oliveira AK, Kokron CM, et al. IVIg immune reconstitution treatment 
alleviates the state of persistent immune activation and suppressed CD4 
T cell counts in CVID. PLoS One. 2013;8(10):e75199.

 18. Warnatz K, Wehr C, Dräger R, Schmidt S, Eibel H, Schlesier M, et al. Expan‑
sion of CD19(hi)CD21(lo/neg) B cells in common variable immunode‑
ficiency (CVID) patients with autoimmune cytopenia. Immunobiology. 
2002;206(5):502–13.

 19. Pan X, Yuan X, Zheng Y, Wang W, Shan J, Lin F, et al. Increased 
CD45RA + FoxP3(low) regulatory T cells with impaired suppressive 
function in patients with systemic lupus erythematosus. PLoS One. 
2012;7(4):e34662.

 20. Miyara M, Yoshioka Y, Kitoh A, Shima T, Wing K, Niwa A, et al. 
Functional delineation and differentiation dynamics of human 
CD4 + T cells expressing the FoxP3 transcription factor. Immunity. 
2009;30(6):899–911.

http://dx.doi.org/10.1186/s12967-016-0900-2
http://dx.doi.org/10.1186/s12967-016-0900-2
http://dx.doi.org/10.1186/s12967-016-0900-2


Page 11 of 11de Lollo et al. J Transl Med  (2016) 14:138 

•  We accept pre-submission inquiries 

•  Our selector tool helps you to find the most relevant journal

•  We provide round the clock customer support 

•  Convenient online submission

•  Thorough peer review

•  Inclusion in PubMed and all major indexing services 

•  Maximum visibility for your research

Submit your manuscript at
www.biomedcentral.com/submit

Submit your next manuscript to BioMed Central 
and we will help you at every step:

 21. Genre J, Errante PR, Kokron CM, Toledo‑Barros M, Câmara NO, Rizzo LV. 
Reduced frequency of CD4(+) CD25(HIGH) FOXP3(+) cells and dimin‑
ished FOXP3 expression in patients with Common Variable Immunodefi‑
ciency: a link to autoimmunity? Clin Immunol. 2009;132(2):215–21.

 22. Hervas‑Stubbs S, Olivier A, Boisgerault F, Thieblemont N, Leclerc C. TLR3 
ligand stimulates fully functional memory CD8+ T cells in the absence of 
CD4+ T‑cell help. Blood. 2007;109(12):5318–26.

 23. Duhen T, Geiger R, Jarrossay D, Lanzavecchia A, Sallusto F. Production of 
interleukin 22 but not interleukin 17 by a subset of human skin‑homing 
memory T cells. Nat Immunol. 2009;10(8):857–63.

 24. Trifari S, Kaplan CD, Tran EH, Crellin NK, Spits H. Identification of a human 
helper T cell population that has abundant production of interleukin 
22 and is distinct from T(H)‑17, T(H)1 and T(H)2 cells. Nat Immunol. 
2009;10(8):864–71.

 25. Josefowicz SZ, Lu LF, Rudensky AY. Regulatory T cells: mechanisms of dif‑
ferentiation and function. Annu Rev Immunol. 2012;30:531–64.

 26. Gathmann B, Mahlaoui N, Gerard L, Oksenhendler E, Warnatz K, Schulze I, 
et al. Clinical picture and treatment of 2212 patients with common vari‑
able immunodeficiency. J Allergy Clin Immunol. 2014;134(1):116–26.

 27. Maglione PJ, Simchoni N, Cunningham‑Rundles C. Toll‑like receptor sign‑
aling in primary immune deficiencies. Ann N Y Acad Sci. 2015;1356:1–21.

 28. Domingues R, de Carvalho GC, da Silva Oliveira LM, Futata Taniguchi E, 
Zimbres JM, Aoki V, et al. The dysfunctional innate immune response trig‑
gered by toll‑like receptor activation is restored by TLR7/TLR8 and TLR9 
ligands in cutaneous lichen planus. Br J Dermatol. 2015;172(1):48–55.

 29. Cardoso EC, Pereira NZ, Mitsunari GE, Oliveira LM, Ruocco RM, Francisco 
RP, et al. TLR7/TLR8 activation restores defective cytokine secretion by 
myeloid dendritic cells but not by plasmacytoid dendritic cells in HIV‑
infected pregnant women and newborns. PLoS One. 2013;8(6):e67036.

 30. Sonnenberg GF, Fouser LA, Artis D. Border patrol: regulation of immunity, 
inflammation and tissue homeostasis at barrier surfaces by IL‑22. Nat 
Immunol. 2011;12(5):383–90.

 31. De Luca A, Zelante T, D’Angelo C, Zagarella S, Fallarino F, Spreca A, et al. 
IL‑22 defines a novel immune pathway of antifungal resistance. Mucosal 
Immunol. 2010;3(4):361–73.

 32. Kim CJ, Nazli A, Rojas OL, Chege D, Alidina Z, Huibner S, et al. A role for 
mucosal IL‑22 production and Th22 cells in HIV‑associated mucosal 
immunopathogenesis. Mucosal Immunol. 2012;5(6):670–80.

 33. Macián F, García‑Cózar F, Im SH, Horton HF, Byrne MC, Rao A. Tran‑
scriptional mechanisms underlying lymphocyte tolerance. Cell. 
2002;109(6):719–31.

 34. Zarember KA, Godowski PJ. Tissue expression of human toll‑like recep‑
tors and differential regulation of toll‑like receptor mRNAs in leukocytes 
in response to microbes, their products, and cytokines. J Immunol. 
2002;168(2):554–61.

 35. Kulkarni R, Behboudi S, Sharif S. Insights into the role of Toll‑like receptors 
in modulation of T cell responses. Cell Tissue Res. 2011;343(1):141–52.

 36. Salem ML. Triggering of toll‑like receptor signaling pathways in T cells 
contributes to the anti‑tumor efficacy of T cell responses. Immunol Lett. 
2011;137(1–2):9–14.

 37. Reynolds JM, Pappu BP, Peng J, Martinez GJ, Zhang Y, Chung Y, et al. 
Toll‑like receptor 2 signaling in CD4(+) T lymphocytes promotes T helper 
17 responses and regulates the pathogenesis of autoimmune disease. 
Immunity. 2010;32(5):692–702.


	Impaired CD8+ T cell responses upon Toll-like receptor activation in common variable immunodeficiency
	Abstract 
	Background: 
	Methods: 
	Results: 
	Conclusion: 

	Background
	Methods
	Patients
	Flow cytometry in peripheral blood
	Flow cytometry of in vitro TLR-activated cells
	Statistical analysis

	Results
	Exhaustionactivation T cell markers and frequency of effectorregulatory T cells in CVID
	Impaired TLR responses by CD8+ T cells in CVID
	High frequency of circulating Th22Tc22 upon TLR and SEB stimulation in CVID
	Polyfunctional CD4+ and CD8+ T cell responses to TLR activation in CVID


	Discussion
	Conclusions
	Authors’ contributions
	References




