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Abstract
Background: Donors with occult HBV (Hepatitis B virus) infection, defined as those who lacked detectable HBsAg 

but whose exposure to HBV infection was indicated by a positive anti-HBc (HBc alone) profile and the presence of HBV 
DNA, are a potential source of HBV infection. The aim of this study was to evaluate HBcAg-specific T cell responses, 
NK cell activity and cytokine levels in blood donors with HBc alone profiles with and without detectable viral DNA. 

Methods: From January 2010 to December 2012, a total of 4,252 HBc alone donations were obtained. Of the 
4,252 donors, 681 donors had spontaneous HBV clearance (Co/s >10,0 by chemiluminescent assay, undetectable 
HBV DNA and reactivity to anti-HBc in subsequent donations), 3,097 were classified as false-positive for anti-HBc (Co/
s<6,0 in chemiluminescent assay, undetectable HBV DNA and no reactivity to anti-HBc in subsequent donations), 438 
were classified as having chronic HBV infection (Co/s>10,0 in chemiluminescent assay, detectable HBV DNA and 
reactivity to anti-HBc in subsequent donations) and 36 were OBI (anti-HBc positive and detectable HBV DNA). There 
were 500 healthy blood donors and 434 HBV carriers (HBsAg, anti-HBc positive and detectable HBV DNA). NK cells 
were tested for cytotoxicity against K562 cells, serum levels of specific cytokines (IL-8, IL-1, IL-10, IL-12, IL-6 and TNF) 
were assayed by flow cytometry and HBcAg-specific T cell responses were assessed by lymphoproliferation reported 
in stimulation index (SI) units. 

Results: The IL-8 and IL-12 serum levels increased significantly (p<0.001) in HBV carriers and OBI, whereas the 
TNF-α serum levels increased significantly (p<0.001) in spontaneous HBV resolvers compared to HBV carriers and 
OBI. The serum levels of IL-1 and IL-10 were similar in HBV carrier, OBI and spontaneous HBV resolvers. Higher 
NK cytotoxic activity was observed in spontaneous HBV resolvers compared to HBV carriers, healthy donors and 
OBI. TNF-α correlated with NK cell activity in spontaneous HBV resolvers. A low intensity of HBcAg-specific T cell 
responses was observed in healthy donors (SI<3.0) and OBI (SI=8.0 to 10.0) compared to spontaneous HBV resolvers 
(SI>22.0). TNF-α was correlated with HBcAg-specific T cell responses in spontaneous HBV resolvers. 

Conclusion: Our results suggest that TNF-α production may be associated with protection against hepatitis B 
virus through increased NK cell activity and HBcAg-specific T cell responses in HBc alone blood donors. 

*Corresponding author: Patrícia Araújo, Associação Beneficente de Coleta de 
Sangue, Retrovirology Laboratory, Infectious Diseases Division, Federal University 
of São Paulo (UNIFESP), Avenida Indianópolis, 1260, Indianópolis, São Paulo, 
Brazil, Tel: 55-1150556588; E-mail: rba.patricia@gmail.com

Received July 26, 2013; Accepted September 10, 2013; Published September 
16, 2013

Citation: Patricia A, Giovanna G, Flavia L, Augusto BJ, Ricardo SD (2013) Hbc 
Alone Profile: Susceptibility versus Protection against Hepatitis B Virus could 
be associated with TNF Production. Virol Mycol 2: 120. doi:10.4172/2161-
0517.1000120

Copyright: © 2013 Patricia A, et al. This is an open-access article distributed under 
the terms of the Creative Commons Attribution License, which permits unrestricted 
use, distribution, and reproduction in any medium, provided the original author and 
source are credited.

Introduction
Hepatitis B virus (HBV), as a member of the hepadnavirus family, 

is a small, enveloped, partially double-stranded circular DNA virus that 
primarily infects hepatocytes. HBV causes acute and persistent liver 
diseases, which are among the most critical human health problems in 
high-prevalence regions, such as Brazil [1-7]. 

Consequently, the pathogenesis of HBV has been the focus of 
HBV research for years. However, the precise pathogenic mechanism 
responsible for the various forms of associated liver diseases are poorly 
defined, especially in regards to occult HBV infection due to its low 
frequency of occurrence [8-10].

Most studies indicate that the host immune response to the virus 
has a critical role in determining pathogenesis, as HBV itself is not 
cytopathic to hepatocytes [11]. The T cell response to viral antigens 
is essential for both clearance and pathogenesis in HBV infection [11-
17]; the specific adaptive cellular immune response to HBV-encoded 
proteins, principally HBc (core of hepatitis B virus), is decisive in 
determining the out-come of the infection [18]. In a recent study by 
our group, we observed that spontaneous HBV resolvers showed a 
strong peripheral blood mononuclear cell (PBMC) response to HBcAg 
when compared with HBV carriers and occult HBV infection (OBI) 
corroborating data in the literature [19]. 

Another important defense against viruses, including HBV, is the 
natural killer (NK) cell response. Similar to T cells, NK cells can produce 
high levels of cytokines when these cells are activated and thereby kill 
infected cells directly or indirectly through cell-cell contacts. NK cells 
not only have antiviral effects, but they also have regulatory effects on 

other lymphocytes such as T cells via cytokine production [20,21]. For 
example, INF-γ can induce MHC class I expression and promote Th1-
type T cell responses, and TNF-α can promote the differentiation and 
maturation of monocytes/macrophages and dendritic cells [22].

In an animal model, it has been shown that NK cell activity, T 
cells and cytokines (e.g., interleukin-12) can inhibit HBV replication 
in transgenic mice, thus implying a role for innate immunity in 
controlling HBV infection in this model [23].

One of the challenges in understanding HBV pathogenesis is 
elucidating the full repertoire of immune responses that controls viral 
replication, especially in spontaneous HBV clearance. Additionally, 
insight into the control of the HBV infection in these individuals could 
clarify the mechanism of HBV persistence. The goal of this study was 
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to evaluate HBcAg-specific T cell responses, NK cell cytotoxicity and 
cytokine production in blood donors with isolated serology reactivity 
for anti-HBc (HBc alone) with HBV DNA (occult HBV infection) or 
without HBV DNA (spontaneous HBV resolvers).

Material and Methods
Blood donors included for cellular immunity assessment

The blood donor population from COLSAN-Associação 
Beneficente de Coleta de Sangue (São Paulo, Brazil) was tested 
between January 2010 and October 2012. We selected 4,252 donors 
found positive only for anti-HBc from a total of 250,136 donations. 
As control subjects, we enrolled 500 healthy blood donors who had no 
reactivity for HBV, including HBV PCR, and who were nonreactive 
for hepatitis C virus (HCV), human immunodeficiency virus (HIV), 
human T-lymphotropic virus (HTLV), syphilis and Chagas disease and 
438 HBV carriers (HBsAg, anti-HBc and detectable HBV DNA). All 
subjects gave their informed consent, and the study was approved by 
the UNIFESP Ethical Committee.

Detection of serological HBV markers and HBV DNA 
detection

Blood units collected at COLSAN-Associação Beneficente de 
Coleta de Sangue (São Paulo, Brazil) were screened for the presence 
of serum anti-HBc and HBsAg using a commercial chemiluminescent 
microparticle immunoassay (CMIA) (Abbott, Germany). HBe, anti-
HBe, anti-HBs and Core IgM testing was performed using the ELFA 
system (BioMéreiux, France). HBsAg was confirmed by HBsAg 
Qualitative Confirmatory-CMIA (Abbott, Germany). All of the 
samples were also screened by CMIA for infection with HCV, HTLV, 
HIV, syphilis or Chagas disease (Abbott, Germany) and were excluded 
from this study if found positive. For the detection of HBV DNA, DNA 
was extracted and subsequently subjected to a commercial test for HBV 
DNA (HBV Monitor; Roche) with a higher detection limit of 10 UI/
mL.

HBcAg specific T cell-response 

Peripheral blood mononuclear cells preparation was performed 
as previously described by Araujo [23]. T cells were cultured at 106 
cells per mL in RPMI-1640 (Gibco®, Invitrogen, Beijing, P.R. China) 
supplemented with 10% heat-inactivated human AB serum, 2 mmol/L 
L-glutamine, 100 U/mL penicillin and 100 µg/mL streptomycin) and 
incubated overnight at 37°C and 5% CO2. Seventeen overlapping 20-
mer peptides covering the entire HBV core sequence (ayw subtype) 
(amino acids 1 to 183) were synthesized using a multiple-peptide 
synthesizer with standard 9-fluorenylmethoxycarbonyl chemistry 
(Syro, MultiSynTech, Bochum, Germany). Then, 10 µg/mL of HBV 
peptide was added, and the cells were further incubated for 5 days. 
Control cultures included 2 µg/mL phytohemagglutinin (PHA), 
medium alone and recombinant HCV NS5 protein, (American 
Research Products, Belmont, MA, USA). [3H]-Thymidine (specific 
activity 5 mCi/mmol) was added for the last 20 hours of culture. The 
results were expressed as counts per minute (cpm) for PHA-stimulated 
cultures in stimulation index (SI) units, defined as the ratio between 
median cpm in the HBcAg-containing cultures and median cpm of 
control HCV NS5-containing cultures. The 100th percentile of HBcAg-
specific SI in 500 healthy blood donors was 2.01. For practical purposes, 
HBcAg-specific T cell responses were scored positive when SI>3.

NK cell cytotoxicity assay

Ex vivo NK cytolysis (NK-CTL) was performed with K562 cells as 

targets. K562 cells were resuspended in RPMI medium and dispensed 
in 96-well U-bottomed plates at 5 × 103 cells per well. PBMCs were 
then added to the K562 cells at an effector-to-target ratio of 40:1, 
20:1 and 10:1. Cultures were incubated for 4 h before 25 μl culture 
supernatant was collected and mixed with 125 μl of scintillation fluid 
(Optiphase Supermix; Wallac). The amount of 51Cr released in culture 
supernatants was measured in a gamma counter (1450 Microbeta 
Trilux; Wallac). The percentage of cytotoxicity was determined using 
the formula (E − M/D − M) × 100, where E is the experimental 51Cr 
release, M is the 51Cr released by targets in the presence of culture 
medium (which was 15 to 25% of the total release) and D is the total 
release of 51Cr in the presence of 5% Triton X-100 detergent.

Enzyme-linked immunospot assay (ELISpot) for interferon-
gamma (IFN-γ)

Ninety-six-well milliliters plates (Millipore, Bedford, MA, USA) 
were coated overnight at 4°C with a primary antibody to human IFN-γ 
(1-DIK; Mabtech, Nacka, Sweden) at a concentration of 10 μg/mL. 
In parallel, PBMCs at 2 × 105 per well were cultured in triplicate in 
RPMI/10% human AB serum with HBcAg peptide (final concentration, 
10 μg/mL), and phytohemagglutinin (2 μg/mL) or medium only. After 
28 hours, the cells were transferred to the coated plates and cultured 
under the same conditions for 20 hours. The plates were washed, and 
100 μL biotin-conjugated anti-IFN-γ antibody (Mabtech) was added to 
each well for 2 hours. Next, the plates were washed and incubated for 
an additional 2 hours with 100 μL streptavidin/alkaline phosphatase 
(Mabtech). The enzyme reaction was developed with freshly prepared 
nitroblue tetrazolium chloride/bromo-chloro-indolyl-phosphate 
toluidine salt (NBT/BCIP; Roche Diagnostics Ltd., Lewes, England). 
The reaction was stopped with distilled water, and the spots were 
counted by 2 observers (E.I.R. and I.M.) under a dissection microscope 
(Nikon SMZ800; Nikon Ltd., Kingston upon Thames, United 
Kingdom) equipped with a graticule eyepiece. The number of specific 
spot-forming cells (SFCs) was determined as the mean number of spots 
in the presence of an antigen minus the mean number of spots in the 
wells with medium only and expressed per 1 × 106 PBMCs. The positive 
control consisted of PBMCs stimulated with 10 μg/mL of PHA, and the 
criteria for a positive response for the ex vivo ELISpot assays were more 
than 5 SFCs per well and more than twice the number of SFCs than the 
unstimulated control well. Therefore, in this study, more than 20 SFCs 
per 106 PBMCs comprised a positive response.

Cytokine patterns

Plasma cytokine levels were measured in duplicate in all patients. 
The cytokines TNF-α, IL-1, IL-6, IL-8, IL-10, and IL-12 were evaluated 
by cytometric bead array (CBA) assays (human Th1/Th2 cytokine 
kit, BD Biosciences, San Diego, CA, USA). For this assay, soluble 
cytokines are captured on microparticle beads and measured using a 
fluorescence-based detection system and flow cytometric analysis, as 
previously described [32]. A series of 10 dilutions of cytokine standards 
was run in each assay for the generation of standard curves. Samples 
were analyzed on a FACSCalibur flow cytometer using the BD CBA 
analysis software.

Statistical analysis

Paired data from patients at different times of follow up were 
compared using the Wilcoxon signed-rank test. Data from groups of 
unrelated subjects were compared using the Mann-Whitney U-test. 
Correlation between HBV DNA and HBc-specific SI was assessed 
using Spearman’s ρ test.
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Results
Signal-to-cut-off ratios to predict true positive in a 
chemiluminescent assay for anti-HBc and classified as OBI 
carriers or spontaneous HBV resolvers  

Among the group of 4,252 samples with anti-HBc only, test 
reactivity (represented as Co/s) ranged between 1.1 to 20.6. Of the 4,252 
samples collected, 36 samples had detectable HBV DNA and presented 
Co/s≥10.0 in the CMIA assay and were thus classified as “true positive 
to anti-HBc” (i.e., OBI); HBV DNA was not detected in the remaining 
4,216 anti-HBc only samples. Of the 4,216 anti-HBc only samples, 3,907 
samples presented Co/s≤6.0 in the CMIA assay, undetectable HBV 
DNA and no reactivity to anti-HBc in the subsequent donations. Thus, 
we classified these samples (n=3,907) as “false-positive” to anti-HBc 
in the CMIA assay, and these samples were excluded from this study. 
The remaining 309 samples presented Co/s>8.0 in the CMIA assay, 
reactivity to anti-HBc in the subsequent donations and undetectable 
HBV DNA and were classified as “true positive” – spontaneous HBV 
resolvers reactive to anti-HBc in the CMIA assay (Figure 1).

Serological HBV screening and HBV DNA detection

Of the 250,136 blood donations, HBsAg reactivity was found in 
only 250 (0.1%) donations, and HBsAg plus anti-HBc was observed 
in 1125 (0.45%) donations. Both HBsAg and anti-HBc were absent in 
244,507 (97.75%). Of these blood donations, 4,252 (1.7%) were positive 
for anti-HBc, and none of them had detectable HBsAg in the serum. 
Of these 4,252 (HBsAg-/anti-HBc+), only 36 samples had detectable 
HBV DNA (OBI). Among the 250 samples with primary infection 
(HBsAg+/anti-HBc-), 54 samples had detectable HBV DNA. Among 
the 1125 samples with chronic infection (HBsAg+/anti-HBc+), 438 
had detectable HBV DNA (Figure 1). Serological markers of HBV 
exposure or vaccination (anti-HBs) were observed in 18.8% (38 /434) 
of the HBV carriers; 21% (105/500) of healthy donors; 38.3% (118/309) 
of Spontaneous HBV resolvers and 5.5% of OBI (2/36). Reactivity to 
IgM anti-core was observed in 2.5% (11/434) and 5.5% (2/36) of HBV 
carriers and OBI, respectively. HBe antigen was observed in all blood 
donors with OBI and in HBV carriers, but not in healthy donors or 
Spontaneous HBV resolvers. However, 11.1% (4/36) of OBI and 12.5% 
of (54/434) HBV carriers were anti-HBe-positive. 

HBcAg-specific T cell response 

The proliferative response of peripheral blood lymphocytes to 
nonspecific (PHA) and specific stimuli (e.g., HBV core peptide or HCV 
NS5 antigen) was analyzed in HBV carriers, healthy donors, OBI and 
spontaneous HBV resolvers. Healthy blood donors presented SI <3.0 in 
lymphoproliferation. The median SI obtained in HBV carriers and the 
OBI group was 13.6 and 12.2 respectively. Spontaneous HBV resolvers 
exhibited a large peripheral blood mononuclear cell (PBMC) response 
to HBcAg (SI=36.2) compared to HBV carriers and OBI (P<0.001) 
(Figure 2).

NK cell cytotoxicity assay

Higher NK cytotoxic activity was observed in spontaneous HBV 
resolvers (85±3.5%) compared to HBV carriers (56±2.7%), healthy 
blood donors (20±1.1%) and OBI (61±2.1%) (Figure 3).

Enzyme-linked immunospot (ELISpot) assay for IFN-γ 

ELISPOT-INF-γ assays were positive in OBI, spontaneous HBV 
resolvers, healthy blood donors and HBV carriers. The magnitude 
of T cell responses to HBcAg in spontaneous HBV resolvers ranged 
from 1,020 to 1,628 ISCs/106 PBMCs, whereas they ranged from 132 to 

548 ISCs/106 PBMCs among OBI, from 160 to 582 ISCs/106 PBMCs, 
among HBV carriers and from 8 to 15 ISCs/106 PBMCs among healthy 
blood donors. In spontaneous HBV resolvers, the frequency of positive 
IFN-γ ELISPOT responses indicated higher sustained T cell responses 
compared to HBV carriers (P < 0.001) and OBI (P < 0.001) (Figure 4).

Cytokine patterns 

IL-8 and IL-12 serum levels increased significantly (P <0.001) 

250,136 
Blood donors  

(Jan 2010 to Oct 2012) 

HBsAg and anti-HBc testing 

4,252 
anti-HBc only 

(anti-HBc +/HBsAg -) 
244,507 samples HBsAg (-) anti-HBc (-) 

(Health blood donors group n=500) 
 

1125 samples HBsAg (+) anti-HBc (+) 
438/1125 had HBV DNA detectable 

 
250 samples HBsAg (+) anti-HBc (-) 
54/250 had HBV DNA detectable 

 

HBV DNA 
Testing (n=4,252) 

HBV DNA undetectable 
n=4,216 

HBV DNA detectable 
n=36 samples 

36 Occult HBV infections 
Co/s >10.0 (Median=20.3) 

309 
Co/s between 6.5 to 6.8  

3,907 
Co/s <6.0 (Median=3.5) 

HBcAg T cell present 
Occult HBV infection 

n=36 
 

    HBcAg T cell present 
True-positive to anti-HBc 

Spontaneous HBV resolvers 
                    n=309 

    HBcAg T cell absence 
False-positive to anti-HBc 

n=3,907 

Co/s= relation between optical density and cut-off in chemiluminescentb assay 
for anti-HBc. Positive Control subjects presented HBV DNA detectable and 
HBsAg (+) anti-HBc (+) (n=438).

Figure 1: Algorithm for classification of studied samples.

*P<0.001 

SI= index of stimulation. HBc only False-positive: Co/s ≤ 6.0 in chemiluminescent 
assay for anti-HBc, absence of T cell response and HBV DNA undetectable.  
HBc only Spontaneous HBV resolvers: Co/s ≥ 8.0 in chemiluminescent assay 
for anti-HBc, presence of T cell response and HBV DNA undetectable. OBI: 
anti-HBc only in chemiluminescent assay, presence of T cell response and 
HBV DNA detectable .PHA: Phytohemagglutinin. HCVNS5Ag: Non structural 
protein 5 from HCV.

Figure 2: The proliferative response of peripheral blood lymphocytes to 
nonspecific (PHA) and specific stimuli (HBV core antigen; HCV NS5 antigen) 
in studied groups.
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in HBV carriers (920.8±1.1 pg/mL) and OBI (803.7±1.0 pg/mL). 
IL-6 serum levels increased (P <0.05) in spontaneous HBV resolvers 
(177.8±1.0 pg/mL) compared to HBV carriers and OBI (90.1±1.1 pg/
mL and 94.4±1.3 pg/mL). INF-γ serum levels increased (P <0.05) in 
spontaneous HBV resolvers (75.7±1.0 pg/mL) compared to HBV 
carriers and OBI (22.3±1.1 pg/mL and 34.6±1.3 pg/mL). TNF-α serum 
levels increased significantly (P <0.001) in spontaneous HBV resolvers 
(1465.3±1.0 pg/mL) compared to HBV carriers and OBI (78.0±1.1 pg/
mL and 67.2±1.3 pg/mL). In spontaneous HBV resolvers (stimulation 

index >36,2), TNF-α levels (30.0±1.0 pg/mL) correlated with both 
HBcAg-specific T cell responses (r=0.00002) and NK cell activity 
(r=0.00009). The serum levels of IL-1 and IL-10 were not significantly 
different among HBV carriers, OBI and spontaneous HBV resolvers 
(Table 1).

Discussion
Determining the frequency of true HBc alone profiles in blood 

%: Percentage of lise of K562 cells by NK cells. HBc only False-positive: Co/s ≤ 6.0 in chemiluminescent assay for anti-HBc, absence of T cell response and HBV DNA 
undetectable.  HBc only Spontaneous HBV resolvers: Co/s ≥ 8.0 in chemiluminescent assay for anti-HBc, presence of T cell response and HBV DNA undetectable. 
OBI: anti-HBc only in chemiluminescent assay, presence of T cell response and HBV DNA detectable.

Figure 3: NK cell activities in HBV carriers, health blood donors, spontaneous HBV resolvers and OBI.

ISCs: index spot-forming cells index. HBc only False-positive: Co/s ≤ 6.0 in chemiluminescent assay for anti-HBc, absence of T cell response and HBV DNA 
undetectable. HBc only Spontaneous HBV resolvers: Co/s ≥ 8.0 in chemiluminescent assay for anti-HBc, presence of T cell response and HBV DNA undetectable. 
OBI: anti-HBc only in chemiluminescent assay, presence of T cell response and HBV DNA detectable.

Figure 4: ELISPOT-INF-γ assays in HBV carriers, health blood donors, spontaneous HBV resolvers and OBI. 
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donors is critical to blood safety strategies and for identifying resolved 
infections, escape mutants and OBI. Algorithms including multiple 
successive assays are necessary, but not sufficient, to identify true 
reactivity to anti-HBc39. To meet this challenge, Japanese blood banks 
have set up an anti-HBc cut-off agglutination title of ≥ 32; below this 
level, donations are considered non-infectious (presumably false 
positive or with undetectable anti-HBs) [24].

In this study, 91.8% of all results were false positives for anti-HBc 
via CMIA. This frequency is extremely high, but it was confirmed by 
the absence of a response to HBcAg in lymphoproliferation assay and 
a lack of INF-γ production. These data suggest that antibody titers 
indeed correlated with HBcAg-T cell response and ELISPOT-INF-. 
The high frequency of false-positive results could be the result of loss of 
blood units, donor stigma and interference in elucidating the meaning 
of the anti-HBc alone profile in blood donors. 

The anti-HBc alone profile can be masked by OBI in blood donors. 
In this study, we identified 1 OBI present among 118 HBc alone profile 
blood donors. During the study period, we found OBI in 1 of 6948 
blood donors, corroborating the results of a previous study in Brazil 
[25,26].

Surprisingly, we found anti-HBs in OBI and HBV carriers. In 
vaccinate OBI, Stramer SL, Zou S and Notari EP et al. [27], observed 

low levels of anti-HBs (3–100 IU/L). HBV strains isolated in these 
vaccinated donors were wild type, quasi-species and escape mutations. 
It has been concluded that low anti-HBs levels induced by vaccination 
protect against hepatitis B disease and chronic infection but favor OBI 
[28]. The generation of new hepatitis B vaccines that are protective 
against escape mutants might provide a solution. 

Resistance or susceptibility to HBV reflects a complex interplay 
between the virus and immune response. The T cell response is 
considered a key factor in determining the outcome of infection                               
, and it has been shown that chronic HBV (susceptibility) is associated 
with the presence of dysfunctional immune responses [29-31]. In this 
context, we observed that spontaneous HBV resolvers presented a 
higher magnitude of HBcAg-specific T cell response compared with 
HBV carriers and OBI. 

However, in addition to the T cell response, the role of NK cells 
in viral clearance during acute HBV infection was also supported by 
previous reports showing that early large quantities of IFN-γ production 
by NK cells may contribute to the initial control of infection and allow 
the timely development of an adaptive immune response [19-21]. In 
this study, we did not measure INF-γ production by NK cells, but we 
only investigated the cytotoxicity capacity in the presence or absence of 
HBV DNA. IFNγ production by T cells was measured to observe the 

Ug/ml: Concentration of cytokine analysed by flow cytometry. HBc only Spontaneous HBV resolvers: Co/s ≥ 8.0 in chemiluminescent assay for anti-HBc, presence of 
T cell response and HBV DNA undetectable. OBI: anti-HBc only in chemiluminescent assay, presence of T cell response and HBV DNA detectable.

Figure 5: Cytokine patterns in HBV carriers, health blood donors, spontaneous HBV resolvers and OBI. 

Cytokines pg/ml M-HBV carrier M–Health Blood Donor M-Spontaneous HBV resolvers M - OBI P value
IL-1 98.7 11.3 95.2 97.9 No
IL-6 90.1 10.5 167.8 94.3 <0.05
IL-8 920.8 12.1 114.3 803.7 <0.001

IL-10 68.4 19.8 61.5 66.9 No
I1-12 924.8 10.4 100.8 844.1 <0.001
INF-γ 22.3 8.6 75.7 34.6 No
TNF-α 78.0 12.8 1465.3 67.2 <0.0001

Pg/ml: Concentration of cytokine analysed by flow cytometer. HBV carrier: HBsAg (+) / anti-HBc (+) and HBV DNA detectable. Spontaneous HBV resolvers: Co/s ≥ 8.0 
in CMIA for anti-HBc, Subsequent reactivity for anti-HBc and HBV DNA undetectable, OBI: anti-HBc only in CMIA and HBV DNA detectable. M = median of cytokine 
concentration. P value = calculated between HBV carrier and OBI versus Spontaneous HBV resolvers.  No = no statistically significant.

Table 1: Cytokine patterns in HBV carriers, health blood donors, spontaneous HBV resolvers and OBI.
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regulatory effect of T cells on NK activity via INF-γ. Similar to the T cell 
responses, higher NK cytotoxic activity was observed in spontaneous 
HBV resolvers compared to HBV carriers and OBI. INF- production 
by T cells was higher in spontaneous HBV resolvers compared with 
OBI. Higher T cell responses and INF-γ production correlated with the 
higher cytotoxic activity of NK cells. In cases of HBV persistence, we 
observed the opposite scenario: low T cell responses, INF-γ production 
and NK cell activity.

Could other cytokines influence this immunological scenario? The 
serum levels of IL-1 and IL-10 were similar in the presence (OBI and 
HBV carriers) or absence (spontaneous HBV resolvers) of HBV DNA. 
This result contrasts the findings of Saxena R, Chawla YK, Verma 
I, Kaur J [32], who observed a key role for IL-1 in the  progression 
of HBV-mediated disease in the Indian population, due to an IL-1 
polymorphism. Unfortunately, we do not have an analogous evaluation 
in the Brazilian population to allow a comparison of the studies.

IL-8 and IL-12 serum levels were increased significantly in the 
presence of HBV DNA (OBI and HBV carrier). In a recent study, 
He D, Yan G, Wang Y. [33] demonstrated that IL-12 can facilitate 
immune evasion and maintain the persistence of HBV. Xue Qin, Yan 
Deng, Xiang-Cheng Liao, et al. [34] observed that IL-8 may influence 
the inflammatory process during the pathological stage of hepatitis B 
infection. Both studies correlated IL-8 and IL-12 with the persistence of 
HBV DNA, corroborating our findings. 

IL-6 is a pleiotropic cytokine with pivotal functions in the regulation 
of the biological responses of several target cells, including hepatocytes. 
Serum IL-6 levels have been reported to be elevated in patients with 
chronic hepatitis B infection, cirrhosis and hepatocellular carcinoma, 
and serum IL-6 was identified as the best marker of HBV-related 
clinical progression compared with several other cytokines [35]. In 
this study, IL-6 serum levels were high (P <0.05) in spontaneous HBV 
resolvers compared with HBV carriers and OBI, in agreement with the 
literature. 

TNF-α is an extremely critical cytokine in host immune responses 
to viral infection. Circulatory TNF-α levels increase during HBV 
infection. Increased hepatic TNF-α production is associated with the 
suppression of HBV replication in transgenic mice that express HBV in 
the liver. In fact, the regulation of the TNF-α gene and the possibility of 
the production of TNF-α variants have attracted significant attention. 
Polymorphisms are reported in different populations but have not yet 
been reported in Brazilian populations; however, contradictory results 
were found regarding the relationships of the polymorphism with the 
progression of HBV infection [36,37]. In HBc alone blood donors and 
undetectable HBV DNA (spontaneous HBV resolvers), we observed 
extremely high TNF-α serum levels (P <0.0001) compared with the 
HBc alone profile with detectable HBV DNA, similar to OBI and HBV 
carriers.

Together, the NK cell activity, HBcAg-specific T cell responses 
and cytokine patterns observed in this study suggest that a balance of 
the magnitudes of these immune responses determines susceptibility 
versus resistance to HBV. Furthermore, the high levels of TNF-α in 
spontaneous HBV resolvers suggest that TNF-α might influence this 
balance.

What mechanism accounts for these findings? It is not yet clear, 
but defects in various intrinsic cell signaling pathways, such as killer 
immunoglobulin-like receptors (KIR) and human leukocyte antigen 
(HLA), have been suggested to play the role of “maestro” in viral 
control.

References

1.	 Mendes-Corrêa MC, Barone AA, Cavalheiro Nd, Tengan FM, Guastini C (2000) 
Prevalence of hepatitis B and C in the sera of patients with HIV infection in São 
Paulo, Brazil. Rev Inst Med Trop Sao Paulo 42: 81-85.

2.	 Oliveira LH, Silva IR, Xavier BL, Cavalcanti SM (2001) Hepatitis B infection 
among patients attending a sexually transmitted diseases clinic in Rio de 
Janeiro, Brazil. Mem Inst Oswaldo Cruz 96: 635-640.

3.	 Monteiro MR, do Nascimento MM, Passos AD, Figueiredo JF (2004) 
Soroepidemiological survey of hepatitis B vírus among HIV/AIDS patients in 
Belém do Pará-Brasil. Rev Soc Bras Med Trop 37: 27–32. 

4.	 Tovo CV, Dos Santos DE, de Mattos AZ, de Almeida PR, de Mattos AA, et 
al. (2006) Ambulatorial prevalence of hepatitis B and C markers in patients 
with human immunodeficiency virus infection in a general hospital. Arq 
Gastroenterol 43: 73-76.

5.	 Zago AM, Machado TF, Cazarim FL, Miranda AE (2007) Prevalence and risk 
factors for chronic hepatitis B in HIV patients attended at a sexually-transmitted 
disease clinic in Vitória, Brazil. Braz J Infect Dis 11: 475-478.

6.	 Portelinha Filho AM, Nascimento CU, Tannouri TN, Troiani C, Ascêncio EL, 
et al. (2009) Seroprevalence of HBV, HCV and HIV co-infection in selected 
individuals from state of São Paulo, Brazil. Mem Inst Oswaldo Cruz 104: 960-
963.

7.	 Maresch C, Schluter PJ, Wilson AD, Sleigh A (2008) Residual infectious 
disease risk in screened blood transfusion from a high-prevalence population: 
Santa Catarina, Brazil. Transfusion 48: 273-281.

8.	 Allain JP (2004) Occult hepatitis B virus infection: implications in transfusion. 
Vox Sang 86: 83-91.

9.	 Raimondo G, Allain JP, Brunetto MR, Buendia MA, Chen DS, et al. (2008) 
Statements from the Taormina expert meeting on occult hepatitis B virus 
infection. J Hepatol 49: 652-657.

10.	Liaw YF, Chu CM (2009) Hepatitis B virus infection. Lancet 373: 582-592.

11.	Ferrari C, Penna A, Bertoletti A, Valli A, Antoni AD, et al. (1990) Cellular 
immune response to hepatitis B virus-encoded antigens in acute and chronic 
hepatitis B virus infection. J Immunol 145: 3442-3449.

12.	Zhang YY, Hansson BG, Kuo LS, Widell A, Nordenfelt E (1993) Hepatitis 
B virus DNA in serum and liver is commonly found in Chinese patients with 
chronic liver disease despite the presence of antibodies to HBsAg. Hepatology 
17: 538-544.

13.	Michalak TI, Pasquinelli C, Guilhot S, Chisari FV (1994) Hepatitis B virus 
persistence after recovery from acute viral hepatitis. J Clin Invest 93: 230–239. 

14.	Rehermann B, Ferrari C, Pasquinelli C, Chisari FV (1996) The hepatitis B virus 
persists for decades after patients’ recovery from acute viral hepatitis despite 
active maintenance of a cytotoxic T-lymphocyte response. Nat Med 2: 1104-
1108.

15.	Yotsuyanagi H, Yasuda K, Iino S, Moriya K, Shintani Y, et al. (1998) Persistent 
viremia after recovery from self-limited acute hepatitis B. Hepatology 27: 1377-
1382.

16.	Noborg U, Gusdal A, Horal P, Lindh M (2000) Levels of viraemia in subjects 
with serological markers of past or chronic hepatitis B virus infection. Scand J 
Infect Dis 32: 249-252.

17.	Yuki N, Nagaoka T, Yamashiro M, Mochizuki K, Kaneko A, et al. (2003) 
Long-term histologic and virologic outcomes of acute self-limited hepatitis B. 
Hepatology 37: 1172-1179.

18.	Stramer SL, Townsend RL, Foster GA, Brodsky JP, Linnen JM, et al. (2009) 
C-4 The role of hepatitis B virus surface proteins in immune protection and 
escape – Occult hepatitis B virus infections in vaccinated and non-vaccinated 
blood donors. J Clin Virol 46: 51. 

19.	Araujo PRB, Dodd RY, Latini F, Souza R, Barreto JA, and Diaz RS. (2013) 
T-cell response and previous exposure to hepatits B virus in blood donors. J 
Biomarkers. Article in Press.

20.	Li F, Wei H, Wei H, Gao Y, Xu L, et al. (2013) Blocking the natural killer cell 
inhibitory receptor NKG2A increases activity of human natural killer cells and 
clears hepatitis B virus infection in mice.Gastroenterology 144 : 392-401. 

21.	Bryceson YT, Long EO (2008) Line of attack: NK cell specificity and integration 
of signals. Curr Opin Immunol. 20: 344-52. 

http://www.ncbi.nlm.nih.gov/pubmed/10810322
http://www.ncbi.nlm.nih.gov/pubmed/10810322
http://www.ncbi.nlm.nih.gov/pubmed/10810322
http://www.ncbi.nlm.nih.gov/pubmed/11500760
http://www.ncbi.nlm.nih.gov/pubmed/11500760
http://www.ncbi.nlm.nih.gov/pubmed/11500760
http://www.ncbi.nlm.nih.gov/pubmed/15586893
http://www.ncbi.nlm.nih.gov/pubmed/17119657
http://www.ncbi.nlm.nih.gov/pubmed/17119657
http://www.ncbi.nlm.nih.gov/pubmed/17119657
http://www.ncbi.nlm.nih.gov/pubmed/17119657
http://www.ncbi.nlm.nih.gov/pubmed/17962873
http://www.ncbi.nlm.nih.gov/pubmed/17962873
http://www.ncbi.nlm.nih.gov/pubmed/17962873
http://www.ncbi.nlm.nih.gov/pubmed/20027460
http://www.ncbi.nlm.nih.gov/pubmed/20027460
http://www.ncbi.nlm.nih.gov/pubmed/20027460
http://www.ncbi.nlm.nih.gov/pubmed/20027460
http://www.ncbi.nlm.nih.gov/pubmed/18005323
http://www.ncbi.nlm.nih.gov/pubmed/18005323
http://www.ncbi.nlm.nih.gov/pubmed/18005323
http://www.ncbi.nlm.nih.gov/pubmed/15023176
http://www.ncbi.nlm.nih.gov/pubmed/15023176
http://www.ncbi.nlm.nih.gov/pubmed/18715666
http://www.ncbi.nlm.nih.gov/pubmed/18715666
http://www.ncbi.nlm.nih.gov/pubmed/18715666
http://www.ncbi.nlm.nih.gov/pubmed/19217993
http://www.ncbi.nlm.nih.gov/pubmed/2230128
http://www.ncbi.nlm.nih.gov/pubmed/2230128
http://www.ncbi.nlm.nih.gov/pubmed/2230128
http://www.ncbi.nlm.nih.gov/pubmed/7682978
http://www.ncbi.nlm.nih.gov/pubmed/7682978
http://www.ncbi.nlm.nih.gov/pubmed/7682978
http://www.ncbi.nlm.nih.gov/pubmed/7682978
http://www.ncbi.nlm.nih.gov/pmc/articles/PMC293757/
http://www.ncbi.nlm.nih.gov/pmc/articles/PMC293757/
http://www.ncbi.nlm.nih.gov/pubmed/8837608
http://www.ncbi.nlm.nih.gov/pubmed/8837608
http://www.ncbi.nlm.nih.gov/pubmed/8837608
http://www.ncbi.nlm.nih.gov/pubmed/8837608
http://www.ncbi.nlm.nih.gov/pubmed/9581694
http://www.ncbi.nlm.nih.gov/pubmed/9581694
http://www.ncbi.nlm.nih.gov/pubmed/9581694
http://www.ncbi.nlm.nih.gov/pubmed/10879593
http://www.ncbi.nlm.nih.gov/pubmed/10879593
http://www.ncbi.nlm.nih.gov/pubmed/10879593
http://www.ncbi.nlm.nih.gov/pubmed/12717399
http://www.ncbi.nlm.nih.gov/pubmed/12717399
http://www.ncbi.nlm.nih.gov/pubmed/12717399
http://www.hindawi.com/journals/jbm/aip/812170/
http://www.hindawi.com/journals/jbm/aip/812170/
http://www.hindawi.com/journals/jbm/aip/812170/
http://www.ncbi.nlm.nih.gov/pubmed/23103614
http://www.ncbi.nlm.nih.gov/pubmed/23103614
http://www.ncbi.nlm.nih.gov/pubmed/23103614
http://www.ncbi.nlm.nih.gov/pubmed/18439809
http://www.ncbi.nlm.nih.gov/pubmed/18439809


Volume 2 • Issue 3 • 1000120Virol Mycol
ISSN: 2161-0517 VMID, an open access journal

Citation: Patricia A, Giovanna G, Flavia L, Augusto BJ, Ricardo SD (2013) Hbc Alone Profile: Susceptibility versus Protection against Hepatitis B Virus 
could be associated with TNF Production. Virol Mycol 2: 120. doi:10.4172/2161-0517.1000120

Page 7 of 7

22.	Dimitropoulou D,  Karakantza M,  Theodorou LG,  Leonidou L,  Assimakopoulos 
SF. et al. (2013) Serum cytokine profile in patients with hepatitis B e antigen-
negative chronic active hepatitis B and inactive hepatitis B virus carriers. World 
J Gastrointest Pathophysiol 4: 24–27.

23. Cavanaugh VJ,   Guidotti LG, and   Chisari FV (1997) Interleukin-12 inhibits 
hepatitis B virus replication in transgenic mice. J Virol.  71: 3236–3243.

24.	Otsubo H, Yamaguchi K (2008) Current risks in blood transfusion in Japan. Jpn 
J Infect Dis 61: 427-433.

25.	Silva CM, Costi C, Costa C, Michelon C, Oravec R, et al. (2005) Low rate of 
occult hepatitis B virus infection among anti-HBc positive blood donors living in 
a low prevalence region in Brazil. J Infect 51: 24-29.

26.	Kiesslich D, Nelson AF, Myuki AC, Fernanda RP, Ana CM, Sônia CC, Tatiana 
AA, Lorena dos SV (2003) Prevalence of serologic and molecular markers of 
hepatitis B virus infection among pregnant women in Amazonas State, Brazil. 
Epidemiology. Serv. Saúde 12: 155-164. 

27.	Stramer SL, Zou S, Notari EP, Foster GA, Krysztof DE, et al. (2012) Blood 
donation screening for hepatitis B virus markers in the era of nucleic acid 
testing: are all tests of value? Transfusion 52: 440-446.

28.	Levicnik-Stezinar S, Rahne-Potokar U, Candotti D, Lelie N, Allain JP (2008) 
Anti-HBs positive occult hepatitis B virus carrier blood infectious in two 
transfusion recipients. J Hepatol 48: 1022-1025.

29.	Penna A, Artini M, Cavalli A, Levrero M, Bertoletti A, et al. (1996) Long-lasting 
memory T cell responses following self-limited acute hepatitis B. J Clin Invest 
98: 1185-1194.

30.	Zerbini A, Pilli M, Boni C, Fisicaro P, Penna A, et al. (2008) The characteristics 
of the cell-mediated immune response identify different profiles of occult 
hepatitis B virus infection. Gastroenterology 134: 1470-1481.

31.	Bes M, Vargas V, Piron M, Casamitjana N, Esteban JI, et al. (2012) T cell 
responses and viral variability in blood donation candidates with occult hepatitis 
B infection. J Hepatol 56: 765-774.

32.	Saxena R, Chawla YK, Verma I, Kaur J (2013) Interleukin-1 polymorphism and 
expression in hepatitis B virus-mediated disease outcome in India. J Interferon 
Cytokine Res 33: 80-89.

33.	He D, Yan G, Wang Y (2012) Serum levels of interleukin-12 in various clinical 
states with hepatitis B virus infection. Cell Immunol 272: 162-165.

34.	Qin X, Deng Y, Liao XC, Mo CJ, Li X, et al. (2012) The IL-8 gene polymorphisms 
and the risk of the hepatitis B virus/infected patients. DNA Cell Biol 31: 1125-
1130.

35.	Kuo TM, Hu CP, Chen YL, Hong MH, Jeng KS, et al. (2009) HBV replication is 
significantly reduced by IL-6. J Biomed Sci 16: 41.

36.	Tayebi S, Mohamadkhani A (2012) The TNF-a -308 Promoter Gene 
Polymorphism and Chronic HBV Infection. Hepat Res Treat 2012: 493219.

37.	Biermer M, Puro R, Schneider RJ (2003). Tumor necrosis factor alpha inhibition 
of hepatitis B virus replication involves disruption of capsid Integrity through 
activation of NF-kappaB. J Virol.  (7):4033-42.

http://www.ncbi.nlm.nih.gov/pubmed/23596552
http://www.ncbi.nlm.nih.gov/pubmed/23596552
http://www.ncbi.nlm.nih.gov/pubmed/23596552
http://www.ncbi.nlm.nih.gov/pubmed/23596552
http://www.ncbi.nlm.nih.gov/pmc/articles/PMC191456/
http://www.ncbi.nlm.nih.gov/pmc/articles/PMC191456/
http://www.ncbi.nlm.nih.gov/pubmed/19050347
http://www.ncbi.nlm.nih.gov/pubmed/19050347
http://www.ncbi.nlm.nih.gov/pubmed/15979486
http://www.ncbi.nlm.nih.gov/pubmed/15979486
http://www.ncbi.nlm.nih.gov/pubmed/15979486
http://scielo.iec.pa.gov.br/scielo.php?script=sci_abstract&pid=S1679-49742003000300006&lng=en&nrm=.pf
http://scielo.iec.pa.gov.br/scielo.php?script=sci_abstract&pid=S1679-49742003000300006&lng=en&nrm=.pf
http://scielo.iec.pa.gov.br/scielo.php?script=sci_abstract&pid=S1679-49742003000300006&lng=en&nrm=.pf
http://scielo.iec.pa.gov.br/scielo.php?script=sci_abstract&pid=S1679-49742003000300006&lng=en&nrm=.pf
http://www.ncbi.nlm.nih.gov/pubmed/21810101
http://www.ncbi.nlm.nih.gov/pubmed/21810101
http://www.ncbi.nlm.nih.gov/pubmed/21810101
http://www.ncbi.nlm.nih.gov/pubmed/18436328
http://www.ncbi.nlm.nih.gov/pubmed/18436328
http://www.ncbi.nlm.nih.gov/pubmed/18436328
http://www.ncbi.nlm.nih.gov/pubmed/8787682
http://www.ncbi.nlm.nih.gov/pubmed/8787682
http://www.ncbi.nlm.nih.gov/pubmed/8787682
http://www.ncbi.nlm.nih.gov/pubmed/18355815
http://www.ncbi.nlm.nih.gov/pubmed/18355815
http://www.ncbi.nlm.nih.gov/pubmed/18355815
http://www.ncbi.nlm.nih.gov/pubmed/22173156
http://www.ncbi.nlm.nih.gov/pubmed/22173156
http://www.ncbi.nlm.nih.gov/pubmed/22173156
http://www.ncbi.nlm.nih.gov/pubmed/23210983
http://www.ncbi.nlm.nih.gov/pubmed/23210983
http://www.ncbi.nlm.nih.gov/pubmed/23210983
http://www.ncbi.nlm.nih.gov/pubmed/22112982
http://www.ncbi.nlm.nih.gov/pubmed/22112982
http://www.ncbi.nlm.nih.gov/pubmed/22335768
http://www.ncbi.nlm.nih.gov/pubmed/22335768
http://www.ncbi.nlm.nih.gov/pubmed/22335768
http://www.ncbi.nlm.nih.gov/pubmed/19374779
http://www.ncbi.nlm.nih.gov/pubmed/19374779
http://www.ncbi.nlm.nih.gov/pubmed/23133749
http://www.ncbi.nlm.nih.gov/pubmed/23133749
http://www.ncbi.nlm.nih.gov/pmc/articles/PMC150632/
http://www.ncbi.nlm.nih.gov/pmc/articles/PMC150632/
http://www.ncbi.nlm.nih.gov/pmc/articles/PMC150632/

	Title
	Corresponding author
	Abstract 
	Introduction
	Material and Methods 
	Blood donors included for cellular immunity assessment 
	Detection of serological HBV markers and HBV DNA detection 
	HBcAg specific T cell-response  
	NK cell cytotoxicity assay 
	Enzyme-linked immunospot assay (ELISpot) for interferon-gamma (IFN-γ) 
	Cytokine patterns 
	Statistical analysis 

	Results 
	Signal-to-cut-off ratios to predict true positive in a chemiluminescent assay for anti-HBc and class
	Serological HBV screening and HBV DNA detection 
	HBcAg-specific T cell response  
	NK cell cytotoxicity assay 
	Enzyme-linked immunospot (ELISpot) assay for IFN-γ  
	Cytokine patterns  

	Discussion 
	Figure 1
	Figure 2
	Figure 3
	Figure 4
	Figure 5
	Table 1
	References



