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Abstract: Although regulatory B cells (Bregs) have been proven to play a suppressive role in
autoimmune diseases, infections and different tumors, little is known regarding hepatocellular
carcinoma (HCC), especially in hepatitis C-related settings. Herein, we analyzed the frequency of
circulating Bregs, serum levels of IL-10, IL-35 and B-cell activating factor (BAFF) and investigated
their association with regulatory T cells (Tregs) and disease progression in HCV-related HCC. For
comparative purposes, four groups were enrolled; chronic HCV (CHC group, n = 35), HCV-related
liver cirrhosis (HCV-LC group, n = 35), HCV-related HCC (HCV-HCC group, n = 60) and an
apparently healthy control (Control-group, n = 20). HCC diagnosis and staging were in concordance
with the Barcelona Clinic Liver Cancer (BCLC) staging system. Analysis of the percentage of Breg
cells and peripheral lymphocyte subsets (Treg) was performed by flow cytometry. Serum cytokine
levels of IL-10, IL-35 and B-cell activating factor (BAFF) were measured by ELISA. The frequency of
Bregs was significantly higher in the HCV-HCC group compared to the other groups and controls.
A significant increase was noted in late-HCC versus those in the early stages. The frequency of Bregs
was positively correlated with Tregs, serum IL-10, IL-35 and BAFF. In conclusion, Peripheral Bregs
were positively correlated with the frequency of Tregs, IL-10, IL-35 and BAFF, and may be associated
with HCV-related HCC progression.
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1. Introduction

Hepatocellular carcinoma (HCC) the fourth most common cause of cancer-related death worldwide;
>80% of HCC cases occur in low-resource and middle-resource countries, particularly in Eastern Asia
and sub-Saharan Africa, where medical and social care resources are often constrained [1]. One of
the common risk factors for HCC is chronic hepatitis B and chronic hepatitis C (CHC) infection [2—4].
In areas with a high endemicity of HCV, like in Egypt, a rising trend of HCC will be expected [5-7].

There is a balance between immune effector cells and immunosuppressive cells to regulate the
tumor microenvironment. It has been reported that there is a significant contribution of immune
regulatory cells, including regulatory T cells (Tregs), to tumor progression [8-10]. Recently, there
is evidence that B cells play a role in modulating the immune response to tumors and lymphoid
malignancies [11].

Regulatory B cells (Bregs) are subset of B cells that are reported to play a crucial role in regulating the
immune responses in cases of inflammation, autoimmunity and cancer [12]. Bregs exert a suppressive
potential towards many cells, including T cells, via secreting anti-inflammatory mediators, such as
IL-10, and also potentiate the conversion of T cells into Tregs with subsequent attenuation of the
anti-tumor immune responses [13].

The phenotypic diversity of the cell surface markers that are unique to Bregs remains unclear.
Bregs arise from the transitional 2 marginal zone precursor (T2-MZP) B cells, which have most of
the characteristic markers for Bregs. Human Bregs may be also termed human IL-10 producing
B cells. (B10) is a subset of B cells is enriched in the CD19*CD24M8hCD27- CD3ghishCD1dhighCD5+
transitional B cell subset. Tumor-Evoked Regulatory B Cells (tBreg) exert antitumor activity by
promoting conversion of the resting CD4* T cell into FoxP3* Treg by secretion of TGF-f3 then the Treg
inhibit T cell proliferation and promote tumor metastasis by suppression of the anti-tumor effects of
CD8* T cells and NK cells [11,14].

Both cell-mediated and humoral immune responses are key players in the immunopathology of
HCC [15,16]. Recently, Bregs were found to be abundant in the tumor microenvironment and were a
leading cause of progression of various cancers, including HCC [11].

Bregs may suppress the antitumor immunity and promote HCC progression via several
mechanisms including the CD40/CD40L signaling-mediated cytokine production of IL10, TGF-3
which downregulates TNF- «, PD-1M B-cell, Granzyme B-secreting B cells (GrB+ B cells), Treg
upregulation, TH17 downregulation, and IL-35 which triggers the genesis of Tregs from naive T cells
with the subsequent suppression of the anticancer immune response. The hallmark of Breg function is
IL-10, which inhibits proinflammatory cytokines and supports Treg differentiation [13].

The immune-related inter-players between the CHC and the subsequent HCC-tumorigenesis
were investigated thoroughly in various immunologic studies [17,18]. One of these players is the
Breg cells, which have been proven to downregulate inflammatory immune responses and induce a
tolerance through the array of cytokines, e.g., IL-10 and/or TGF-f3, and counteract the pathogenic T
cells to suppress the harmful immune effects [19-21]. Furthermore, the production of B cell-activating
factor (BAFF), a member of TNF family cytokines, is documented in the regulation of B cell maturation
and survival, was noted to be increased in post-hepatitis liver damage [22,23].

Egyptian studies in the context of HCC tumorigenesis in post CHC infection are still scarce.
Therefore, we aimed to analyze the frequency of Breg cells among HCV-related HCC patients and
studying its association with Treg cells, IL-10, IL-35, BAFF, and tumor progression.
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2. Patients and Methods

The study was approved by our Local Ethics Committee (IRB No 17300237) of the Faculty of
Medicine, Assiut University, Egypt, and in concordance with the Helsinki II declaration. An informed
written consent was taken from all cases and controls.

Between January 2019 and December 2019, a single center cross-sectional study at Al-Rajhi Liver
hospital, Assiut University Hospital, Egypt, was designed to enroll three groups of patients: patients
with chronic HCV (CHC group, n = 35), patients with HCV-related liver cirrhosis (HCV-LC group,
n = 35), and patients with HCV-related HCC (HCV-HCC group, n = 60). Another apparently healthy
control group was added (control group, n = 20) from the blood donation banking.

2.1. Study Definitions and Patients’ Selection

e CHC was defined when HCV-Ab and HCV-RNA-PCR was positive for more than 6 months.
HCV viral load was determined by using Artus1 HCV-RG RT-PCR Kit (cat#4518265, QIAGEN,
Germany) according to the manufacturer’s protocol. QRT-PCR was performed on 7500 Fast
real-time PCR Thermal cycler (Applied Biosystems, CA, USA).

e  HCV-related Liver cirrhosis (HCV-related LC) was diagnosed based on the results of clinical
evaluation, laboratory tests (alanine aminotransferase (ALT), aspartate aminotransferase (AST),
alkaline phosphatase (ALP), bilirubin, albumin, and estimation of prothrombin time), and imaging
(using well-defined criteria of liver cirrhosis). Severity of liver cirrhosis was assessed by the
Child-Pugh score (CPS) [24].

e HCC diagnosis was also based on both laboratory testing for alpha-fetoprotein (AFP; using
Access 2 tumor marker analyzer, Beckman Coulter, USA S.N.: 510552), and imaging (using
CT-scan and/or MRI study). Staging of HCC was in concordance with the Barcelona Clinic Liver
Cancer (BCLC) staging system [25,26]. HCC-patients were classified according to the Barcelona
Clinic Liver Cancer (BCLC) staging system into A, B, and C classes. Early stage (A) includes
patients with asymptomatic early tumors suitable for radical therapies-resection, transplantation
or percutaneous treatments. Intermediate stage (B) comprises patients with asymptomatic
multinodular HCC. Advanced stage (C) includes patients with symptomatic tumors and/or an
invasive tumoral pattern [27].

e  Exclusion criteria: Patients co-infected with hepatitis B virus, with other co-morbid extrahepatic
neoplasms, or patients with chronic autoimmune diseases were excluded from the study.

2.2. Evaluation of the Freuency of Bregs by Flow Cytometry

Using flow cytometry, circulating Bregs were detected using FITC-conjugated-CD38,
PE-conjugated-CD24 (Bioscience, USA), and PerCP-conjugated CD19 (BD Bioscience, USA). Briefly,
100 pl of blood sample was incubated with 10 pL of CD24, CD38 and CD19 for 20 min at 4 °C in the
dark. Following incubation, RBCs were lysed and washed. Cells were fixed and permeabilized
then stained with APC-conjugated IL-10 (BD Bioscience, San Jose, CA, USA) and analysis by
FACS Calibur flow cytometry with CellQuest software (Becton Dickinson Biosciences, San Jose,
CA, USA). An isotype-matched negative control was used for each sample. Forward and side scatter
histograms were used to define the lymphocytes population. CD19* IL-10* B cells were gated, then
the expression of CD38 and CD24 on the CD19*B cells were detected. Bregs were identified as CD19*
IL-10*CD24+MCD38*i cells. CD19* B cells were selected based on the use of the isotype-matched
negative control. However, for proper gating of the IL-10* and CD24*MCD38*1! cells, fluorescence
minus one controls were employed, shown in light blue and red colors in the dot blots for the gated
cells and controls, respectively (Figure 1A).
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2.3. Evaluation of the Frequency of Tregs by Flow Cytometry

Tregs were enumerated using FITC-conjugated Foxp3 (eBioscience, San Diego, CA, USA),
PE-conjugated CD25 (IQ Product, The Netherland), and Per-CP-conjugated CD4 (BD Biosciences, CA,
USA). Briefly, 100 uL of blood sample was incubated with 10 uL of CD4, CD25 for 15 min at 4 °C in the
dark. Following incubation, RBCs were lysed by addition of FACS lysing solution (BD Biosciences,
CA, USA), washed with PBS, fixed and permeabilized using the Cytofix/Cytoperm Kit (BD Biosciences,
CA, USA) and then strained intracellularly with FITC-conjugated Foxp3 antibodies. Flow cytometric
analysis was performed by FACSCalibur flow cytometry and Flow]Jo software 7.6.1 (Tree Star Inc.,
Ashland, OR, USA). Anti-human IgG was used as an isotype-matched negative control for each sample.
Forward and side scatters were used to define the lymphocyte population. Then CD4*CD25* Foxp3+*
Tregs were evaluated (Figure 1B).
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Figure 1. Representative flow cytometry gating strategy to detect Tregs and Bregs. (A) FSC and SSC
were used to define the lymphocyte population. CD197 cells were gated (the blue histogram represents
cells stained with anti-CD19 Ab and the red curve represent cells stained with isotype-matched control)
and IL-10* cells were defined. Then cells that are CD24*CD38M8h were assessed (Breg cells were
defined as CD19*IL-10*CD24*MiCD38*h cells. For the proper gating of the IL-10* and CD24*MiCD38*hi
cells (shown as light blue in the dot blots), fluorescence minus one controls were employed (shown in
red color in the dot blots) (B) FSC and SSC were used to define the lymphocytes population followed
by gating the CD4*Foxp3+ cells. Then, the CD25* cells were determined (T regs were defined as
CD4*FoxP3*CD25hish cells).

2.4. Serum Cytokine Measurements

IL-10 serum levels were measured using ELISA kit (Raybiotech, Norcross, GA, USA) according to
the manufacturer’s instructions. All samples were measured in triplicate. These kits had a sensitivity of
>1 pg/mL against IL-10. The BAFF serum levels were measured by ELISA (R&D Systems, Minneapolis,
MN, USA) following the manufacturer instructions. The sensitivity for BAFF serum levels was
62.5-4000 pg/mL. IL-35 serum concentration was measured for all participants using ELISA kit (Glory
Science CO., Ltd, TX, USA, Cat No #:99569) according to the manufacturer’s protocol. The detection
limit for IL-35 was 15 pg/mL.
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2.5. Statistical Analysis

Statistical analyses were performed with GraphPad Prism version 7.0 b software (Graph Pad
Software Inc., San Diego, CA, USA). Qualitative data are expressed as frequency and percentage, while
quantitative data are expressed by mean =+ standard error (SEM). A Mann-Whitney analysis was used
to detect the statistical significance between groups. Spearman’s correlation was used to correlate the
studied parameters. A p value < 0.05 was considered significant.

3. Results

3.1. Demographic Data

Demographic and biochemical measurements of the enrolled groups are summarized in Table 1.
There was no significant difference in age and gender between the enrolled groups. The HCV-HCC
group was stratified according to the BCLC staging system as follows: 30 (50%) patients were stage A,
20 (33%) patients were stage B and 10 (17%) patients were stage C. The HCV- LC group were divided
according to Child-Pugh score as follows: 15 (43%) patients were class A, 13 (37%) class B, and 7 (20%)
class C.

Table 1. Clinical and biochemical characterization of all groups enrolled in the study.

Healthy Controls

CHC (n = 35) HCV-LC (n = 35) HCV-HCC (n = 60) ( = 20) p-Value
Age (range, years) 45-65 50-65 50-70 40-60 0.4
Sex (male/female) 25/10 20/15 40/20 14/6 0.2
Hb (g/dL) 11.37 £ 2.5 10 +£1.57 12.68 + 1.55 13.7 £2.1 0.41
Total bilirubin(mg/dL) [Normal range: 0.1to 1.2]  1.43 +0.92 1.66 +1.33 1.62 +1.67 0.77 £ 0.08 <0.001
Albumin(g/dL) [Normal range: 3.4 to 5.4] 3.15+142 3.56 £1.22 3.04+0.7 4.08 +£0.41 <0.001
ALT [Normal: up to 40 IU/L] 48.6 £ 42 51.2 £47 711 +12 22.1+5.6 <0.001
AST (IU/L) [Normal: up to 40 IU/L] 714 +58 76.4 + 58 814+75 21.2+39 <0.001
AFP (IU/L) [Normal range <10] 35+12 8.45 +7.43 785.3 +£203.3 1.1+03 <0.001
Prothrombin concentration (%) 85.4% + 3.01 56.8% + 18.2 72.53% +17.5 90.6 £ 5.2 <0.00001
INR 1.05 + 0.051 1.45 +0.33 12+0.177 1.15 +0.03 <0.00001
HCV-RNA copy number/mL 1.3%x100+2x 100 27x100+£2x 106 7 x10° + 16 x 10° NA NA
Class A (n =15) Class A (n = 30)
Child-Pugh class NA Class B (n =13) Class B (n = 20) NA NA
ClassC(n=7) Class C (n = 10)
single <5 cm (n = 30)
Hepatic focal lesions NA NA single>5cm (n=18) NA NA
multiple (n = 12)
BCLC staging
Stage-A NA NA 20 NA NA
Stage-B 15
Stage-C 25

Kruskal-Wallis test, Data represented as means + SEM. p < 0.05 is significant. ALT; alanine amino transferase,
AST; aspartate aminotransferase, AFP; «-fetoprotein, NA; not applied, BCLC Barcelona clinic liver cancer, INR:

International normalized ratio.

3.2. Frequency of Bregs and Tregs c among the Studied Groups

As shown in Table 2, the frequency of circulating Bregs was significantly increased among
HCV-HCC patients compared to CHC (p = 0.01) and healthy controls (p < 0.0001), with a significantly
higher frequency among HCV-HCC patients with stage C (8.03 + 4.3) than stage A (4.75 + 2.3) and
stage B (5.9 £ 2.6), (p = 0.04).
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Table 2. Bregs, Tregs, IL-10, IL-35 and BAFF levels in the studied groups.

Variable (Mean + SD) (CnH=C35) EC=V;5“)C z—[I‘C=V;;I)CC (I;Ile:lglagl Controls P1Value P2Value P3Value
%CD 19*B cell 1090+1.78 1156+171 11.75+1.81 1211+1.79 0.03 ns ns
%Bregs 5.13 +2.01 5.62 +1.90 626 +2.71 371+09 0.01 ns <0.0001
%Tregs (CD4*CD25high FoxP3*cells)  1.67 = 0.35 1.89 +0.37 2.04 +0.34 1.51 +0.29 0.0002 0.02 <0.0001
IL-10 pg/mL 4+1.83 627 £2 10.25 + 3.69 3.72+243 <0.0001 <0.0001 <0.0001
IL-35 pg/mL 1089 +43.7 1364 +73.2 154.6 £ 87.5 65.6 +45.4 0.04 0.03 <0.0001
BAFF pg/mL 348.5+292.1 451.7 +379 772 + 463.6 272 +267.2 <0.0001 0.001 <0.0001

ns: non-significant. BAFF; B-cell activating factor, P1-comparison between CHC and HCV-HCC, P2-comparison
between HCV-LC and HCV-HCC, P3—comparison between HCV-HCC and Healthy controls, Mann-Whitney Test,
Data represented as means + SEM. p < 0.05 is significant.

On the other hand, circulating Tregs were significantly increased among HCV-HCC patients
compared to CHC (p = 0.0002), LC (p = 0.02) and control (p < 0.0001).

3.3. IL-10, IL-35 and BAFF Serum Levels

Table 2 summarizes serum cytokine levels among patient groups. HCV-HCC patients had
significantly higher levels of IL-10, IL-35 and BAFF compared to the CHC group; (p < 0.0001), (p = 0.04)
and (p < 0.0001), respectively. Moreover, the HCV-HCC group showed significantly higher levels
of IL-10, IL-35 and BAFF compared to HCV-LC; (p < 0.0001), (p = 0.03) and (p = 0.01), respectively.
Additionally, the HCV-HCC group showed significantly (p < 0.0001) elevated levels of IL-10, IL-35 and
BAFF compared to controls.

3.4. Correlation of the Frequency of Bregs with the Frequency of Tregs, IL-10, IL-35 and BAF Serum Levels
among HCV-HCC Patients

The frequency of Bregs was positively correlated with the frequency of Tregs (r = 0.26, p = 0.03).
Moreover, the frequency of circulating Bregs was positively correlated with serum levels of IL-10,
IL-35 and BAFF among HCV-HCC group (r = 0.3, p = 0.01), (r = 0.27, p = 0.03) and (r =0.4, p = 0.001),
respectively. The frequency of Bregs was positively correlated with AFP (r = 0.20, p = 0.03) and ALT
(r=0.3,p=0.01).

4. Discussion

Egypt is known to have a high prevalence of HCV infection, and hence the post-hepatitis HCC
occurrence is highly expected [28-31]. This may need intense research, especially in the area of
HCC oncogenesis, by exploring the immune-pathogenesis and potential triggers [9,32-34]. Many
theories have tried to postulate the potential role of immune cells, especially that of immune-regulatory
cells, such as IL-10* Bregs and Tregs, that have been proven to play a pivotal role in immune
down-regulation [35,36]. Data available about their exact role in hepatocarcinogenesis are still limited,
especially in post HCV settings.

In our study we found that HCV-HCC patients had higher frequencies of peripheral Bregs and
Tregs compared to CHC, HCV-LC and healthy controls. It is possible that the systemic inflammatory
state caused by hepatitis induces the expansion of peripheral Bregs; beside that, HCC itself may
produce abundant specific cytokines and chemoattractant including IL-8 [37] and CCL 20 [38], some of
which are responsible for the “homecoming” signals which orient regulatory lymphocytes into the
tumor. Furthermore, it is possible that Bregs and Tregs collaborate and help each other, contributing to
the development of HCC.

Moreover, Tregs can inhibit the specific anti-tumor immune response in the tumor
microenvironment via (1) the release of granzyme B and perforins to cause the direct lysis of
effector T-cells through; (2) the induction of apoptosis of effector T cells through the deprivation
of IL-2 by high-affinity CD25; (3) the modulation of maturation and function of dendritic cells by
cell—cell contact-dependent mechanisms involving cytotoxic T lymphocyte antigen-4; and (4) the
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release of inhibitory cytokines including IL-10, TGF-f3, IL-35 and prostaglandin E2 to modulate effector
cell immune responses [39]. Tregs modulate their suppressive activity by the high expression of
transcription factor Forkhead box (Fox)p3. Moreover, the deletion of Tregs is considered a potential
immunotherapy strategy for HCC [40]. Our results regarding elevated Treg frequency in CHC infection
came in concordance with previous studies which reported an increased percentage of CD4* CD25Msh
T cells in CHC patients which was correlated with higher viremia levels [41-43]. Contrary to our
observations, patients with active autoimmune hepatitis showed lower levels of Tregs and expressed
lower FOXP3 levels, and functional analysis revealed a lower ability to inhibit target cell proliferation.
However, the mechanism of liver damage in autoimmune hepatitis is different from HCV-associated
HCC, and involves the recognition of autoantigenic epitopes on liver cells [44].

Several studies have shed light on the role of Tregs in cancer; however, little is known about the
role of Bregs in HCC and the disease progression. Bregs are characterized by important regulatory
roles which are mainly attributed to the production of regulatory cytokines such as IL-10 and TGF-f31
that exhibit inhibitory functions. These cytokines can decrease the expression of TH1 and TH2
cytokines and inhibit the cytotoxic activity of TH1/CD8" T cells. In addition, Breg could exert their
regulatory functions through the production of antibodies which promote immune complex production
and stimulating signals that promote tumor growth and progression [14,45]. It was reported that
CD19*CD24MCD38M Bregs were enriched in the tumor microenvironment and associated with the
progression of several tumors including HCC, providing an additional support to our results [46].

Interestingly, we found a positive correlation between the frequency of Bregs and Tregs. It was
reported previously that Bregs can facilitate the earlier stage of the recruitment of Tregs in autoimmune
disorders [44,47]. When co-cultured with CD4* T cells, Bregs supported the maintenance of CD4*
Foxp3* Tregs in vitro. The transfer of these B cells into CD19~/~ mice results in a significant increase
in the numbers of CD4*Foxp3* Tregs in the thymus, spleen, and lymph nodes [48]. Several studies
support our findings that the interplay between Bregs and Tregs could result in the acceleration of HCC
progression [14,49,50]. Recent reports found that B cells can convert CD4*CD25~ T cells into Tregs [49]
and the frequencies of IL-10* B cells are also positively correlated with the frequencies of CD4*Foxp3*
Tregs [51]. Moreover, Bregs can enhance the expression of Foxp3 and CTLA-4 (markers for the
suppressive power of Tregs) in Tregs through cell-to-cell contact [52].On the other hand, CD4*CD25*
Tregs can also induce the expansion of B10 cells which facilitate the interplay between two cells [53].

We found that the frequency of Bregs was positively correlated with ALT and AFP, which are
increased in cases with severe liver damage. Moreover, AFP levels increase in HCC generation so that
it remains the most commonly used screening biomarker for HCC [54].

Furthermore, in this study, the percentage of Breg cells was significantly correlated with serum
levels of IL-10 and IL-35 among HCC patients. Interestingly, some studies provided direct evidence that
IL-35 can induce the conversion of conventional B cells or IL-10-Bregs into the novel IL-35-producing
B cells, named i35-Breg [55]. Furthermore, IL-35 is specifically produced by Treg cells and required for
its maximal suppressive activity [56]. There is a compelling evidence that mouse IL-35 can convert
conventional T cells into the IL-35-producing Treg population now known as iTR35. Collectively,
our data support the notion that IL-10 and IL-35 are autocrine factors for the development of IL-10*
Bregs [57].

In our study, we reported an increase in the BAFF serum levels among HCV-HCC patients
compared to other groups. Previously it was reported that CHC patients had elevated serum levels
of BAFF than controls. BAFF is expressed locally in myeloid cells including macrophages and
dendritic cells following activation by cytokines, such as IFNs and interleukin IL-10 [58]. Besides that,
accumulating evidence regarding the importance of B cell-activating factor (BAFF), a member of TNF
family cytokines, in the regulation of B cell maturation and survival. Analyses of BAFF-deficient mice
reveal a fundamental role of BAFF during the transition from immature T1 to T2 B cells [59]. Moreover,
BAFF has a crucial role for MZ B cell development [60]. New evidence from BAFF transgenic mice
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indicates that BAFF induces CD4"Foxp3*T cells to suppress T cell responses through an indirect B cell
dependent manner, suggesting a regulatory role of BAFF in vivo [61].

Remarkably, it is well-known that TGF-f3 and IL-10 play a major role in chronic inflammation and
liver fibrosis. Moreover, epigenetic components that permit access of the 3-catenin complex to the
promoter and enhancer regions of its target genes are downstream regulators of (3-catenin-dependent
transcription, thus impacting HCC sorafenib sensitivity [62,63]. In the frame of this thinking, the
few therapeutic strategies for advance HCC on poor knowledge of its biology. For several years,
sorafenib—a tyrosine kinase inhibitor (TKI) and BRAF inhibitor (BRAFi)—has been the approved
treatment option for advanced HCC patients. Its activity is the inhibition of the retrovirus-associated
DNA sequences protein (RAS)/Rapidly Accelerated Fibrosarcoma protein (RAF)/mitogen-activated
and extracellular-signal-regulated kinase (MEK)/extracellular-signal-regulated kinases (ERK) signaling
pathway. Strikingly, there is growing evidence that MAPK pathway activation impairs antitumor
immunity and that targeting this pathway may enhance responses to immunotherapies, potentially
reflecting a decrease in immune cell effector function. Therefore, from a clinical standpoint, several
cancers with terribly poor prognosis could benefit from novel insights derived from these data and
combining immune-depletion with BRAF inhibitors [64,65].

A total of 70-80% of HCC patients are diagnosed at an advanced stage with a dismal prognosis.
Sorafenib was the standard care until 2018 with the arrival of an alternative first-line agent; namely
lenvatinib. Cabozantinib, regorafenib, and ramucirumab were approved by FDA and they also
displayed promising results. Additionally, nivolumab and pembrolizumab, two therapeutics against
the Programmed death (PD)-ligand 1 (PD-L1)/PD1 axis have been recently approved. The response
rate of single agent targeting PD-L1/PD1 axis is low. Therefore, many combinatory approaches are
under investigation, including the combination of different immune checkpoint inhibitors (ICIs) [66].

5. Conclusions

Peripheral Bregs were found to be correlated with Tregs, IL-10, IL-35, BAFF and HCV-related
hepatocarcinogenesis, and this may serve as a potential site for the advent of future molecular
therapeutic options.

Author Contributions: Conceptualization, HEH.,, M. AM.,, AM.Z, M.O.A-M., WA.A,, and GE.-SB,;
methodology, HFEH., M.A.E.-M. (Mohamed A. El-Mokhtar)., AM.Z,, M.\ AM., WA.A, M.O.A.-M., M. A E-M.
(Muhammad Abbas El-Masry), N.AM., A AK.,, AM.B.,, N.M,, and E.AS,; software, M.A.E.-M. (Mohamed
A. El-Mokhtar).; validation, AM., M.A.L and AM.Z,; formal analysis, H.A.O.; investigation, A.A.K. and
W.A.A; resources, HEH.; data curation, A.M.Z.; writing—original draft preparation, HFEH., M. A M, WA.A,,
M.O.A-M.,, HRK, A AK, EAS, GK. and M.A.E-M. (Muhammad Abbas El-Masry); writing-review and
editing, M.A.E.-M. (Mohamed A. El-Mokhtar) and H.A.O.; visualization, H.K.R.; supervision, M.A.M. and H.EH.;
project administration, G.E.-S.B.; funding acquisition, H.EH., N.M., and M.A.M. All authors have read and agreed
to the published version of the manuscript.

Funding: The authors are grateful to the Grant Office, Faculty of Medicine, Assiut University [Grant
No 044-12-2015].

Acknowledgments: The authors extend their appreciation to the researchers supporting project number
(RSP-2020/201), King Saud University, Riyadh, Saudi Arabia. The authors are thankful to all members of
the medial research center, Assiut University College of medicine for providing laboratory space.

Conflicts of Interest: The authors declare no conflict of interest.

References

1. Yang, J.D.; Hainaut, P.; Gores, G.J.; Amadou, A.; Plymoth, A.; Roberts, L.R. A global view of hepatocellular
carcinoma: Trends, risk, prevention and management. Nat. Rev. Gastroenterol. Hepatol. 2019, 16, 589-604.
[CrossRef] [PubMed]

2. SalehD’, A,; Amr, S,; Jillson, .A.; Wang, ].H.; Crowell, N.; Loffredo, C.A. Preventing hepatocellular carcinoma
in egypt: Results of a pilot health education intervention study. BMC Res. Notes 2015, 8, 384. [CrossRef]
[PubMed]


http://dx.doi.org/10.1038/s41575-019-0186-y
http://www.ncbi.nlm.nih.gov/pubmed/31439937
http://dx.doi.org/10.1186/s13104-015-1351-1
http://www.ncbi.nlm.nih.gov/pubmed/26319021

Vaccines 2020, 8, 380 90f12

10.

11.

12.

13.

14.

15.

16.

17.

18.

19.

20.

21.

22.

Abd El-Baky, R.M.; Hetta, H.F,; Koneru, G.; Ammar, M.; Shafik, E.A.; Mohareb, D.A.; Abbas El-Masry, M.;
Ramadan, HK.; Abu Rahma, M.Z.; Fawzy, M.A.; et al. Impact of interleukin il-6 rs-1474347 and il-10
rs-1800896 genetic polymorphisms on the susceptibility of hcv-infected egyptian patients to hepatocellular
carcinoma. Immunol. Res. 2020, 68, 118-125. [CrossRef] [PubMed]

Chaturvedi, V.K,; Singh, A.; Dubey, S.K.; Hetta, H.E,; John, ].; Singh, M. Molecular mechanistic insight of
hepatitis b virus mediated hepatocellular carcinoma. Microb. Pathog. 2019, 128, 184-194. [CrossRef]

Saleh, D.A.; Shebl, EM.; El-Kamary, S.S.; Magder, L.S.; Allam, A.; Abdel-Hamid, M.; Mikhail, N.; Hashem, M.;
Sharaf, S.; Stoszek, S.K.; et al. Incidence and risk factors for community-acquired hepatitis c infection from
birth to 5 years of age in rural egyptian children. Trans. R. Soc. Trop. Med. Hyg. 2010, 104, 357-363. [CrossRef]
Hetta, H.F,; Elkady, A.; Morsy, K.; Mohamed, L; Ibrahim, M. Serum level of il17a among cirrhotic hepatitis ¢
virus infected patients with incidence of diabetes mellitus. Egypt. |. Immunol. 2017, 24, 79-88.
Abd-Elsalam, S.; Elwan, N.; Soliman, H.; Ziada, D.; Elkhalawany, W.; Salama, M.; Hawash, N.; Arafa, M.;
Badawi, R.; Shehata, W.M. Epidemiology of liver cancer in nile delta over a decade: A single-center study.
South Asian ]. Cancer 2018, 7, 24. [CrossRef]

Chaudhary, B.; Elkord, E. Regulatory t cells in the tumor microenvironment and cancer progression: Role and
therapeutic targeting. Vaccines 2016, 4, 28. [CrossRef]

Zahran, A.M.; Nafady-Hego, H.; Mansor, S.G.; Abbas, W.A.; Abdel-Malek, M.O.; Mekky, M.A.; Hetta, H.F.
Increased frequency and foxp3 expression of human cd8+ cd25high+ t lymphocytes and its relation to cd4
regulatory t cells in patients with hepatocellular carcinoma. Hum. Immunol. 2019, 80, 510-516. [CrossRef]
Hassan, E.A.; Ahmed, E.H.; Nafee, A.M.; El-Gafary, N.; Hetta, H.F,; El-Mokhtar, M.A. Regulatory t cells,
i110 and i16 in hev related hepatocellular carcinoma after transarterial chemoembolization (tace). Egypt. J.
Immunol. 2019, 26, 69-78.

Sarvaria, A.; Madrigal, ].A.; Saudemont, A. B cell regulation in cancer and anti-tumor immunity. Cell. Mol.
Immunol. 2017, 14, 662—674. [CrossRef] [PubMed]

Hetta, H.F.; Mwafey, LM.; Batiha, G.E.-S.; Alomar, S.Y.; Mohamed, N.A.; Ibrahim, M.A.; Elkady, A.;
Meshaal, A K.; Alrefai, H.; Khodeer, D.M. Cd19+ cd24hi cd38hi regulatory b cells and memory b cells in
periodontitis: Association with pro-inflammatory and anti-inflammatory cytokines. Vaccines 2020, 8, 340.
[CrossRef] [PubMed]

Mauri, C.; Menon, M. Human regulatory b cells in health and disease: Therapeutic potential. J. Clin. Investig.
2017, 127,772-779. [CrossRef] [PubMed]

Hetta, H.; Elkady, A.; Tohamy, T.; Badary, M. Regulatory b cells: Key players in hepatocellular carcinoma
progression. Gastroenterol Hepatol Open Access 2016, 5, 00136. [CrossRef]

Zahran, A.M.; Hetta, H.E; Rayan, A.; Eldin, A.S.; Hassan, E.A.; Fakhry, H.; Soliman, A.; El-Badawy, O.
Differential expression of tim-3, pd-1, and ccr5 on peripheral t and b lymphocytes in hepatitis ¢ virus-related
hepatocellular carcinoma and their impact on treatment outcomes. Cancer Immunol. Immunother. 2020, 69,
1253-1263. [CrossRef]

Zahran, A.M.; Ashmawy, A.M.; Rayan, A.; Elkady, A.; Elsherbiny, N.M.; Hetta, H.F. Frequency and
implications of natural killer and natural killer t cells in hepatocellular carcinoma. Egypt. J. Immunol. 2018,
25,45-52.

Hanahan, D.; Weinberg, R.A. Hallmarks of cancer: The next generation. Cell 2011, 144, 646-674. [CrossRef]
Schreiber, R.D.; Old, L.J.; Smyth, M.J. Cancer immunoediting: Integrating immunity’s roles in cancer
suppression and promotion. Science 2011, 331, 1565-1570. [CrossRef]

Mizoguchi, A.; Mizoguchi, E.; Takedatsu, H.; Blumberg, R.S.; Bhan, A.K. Chronic intestinal inflammatory
condition generates il-10-producing regulatory b cell subset characterized by cd1d upregulation. Immunity
2002, 16, 219-230. [CrossRef]

Mauri, C.; Blair, P.A. Regulatory b cells in autoimmunity: Developments and controversies. Nat. Rev.
Rheumatol. 2010, 6, 636—-643. [CrossRef]

Inoue, S.; Leitner, W.W.; Golding, B.; Scott, D. Inhibitory effects of b cells on antitumor immunity. Cancer Res.
2006, 66, 7741-7747. [CrossRef] [PubMed]

Yang, C.; Li, N.; Wang, Y.; Zhang, P.; Zhu, Q.; Li, F; Han, Q.; Lv, Y; Yu, L.; Wei, P; et al. Serum levels of b-cell
activating factor in chronic hepatitis b virus infection: Association with clinical diseases. J. Interferon Cytokine
Res. 2014, 34, 787-794. [CrossRef] [PubMed]


http://dx.doi.org/10.1007/s12026-020-09126-8
http://www.ncbi.nlm.nih.gov/pubmed/32504406
http://dx.doi.org/10.1016/j.micpath.2019.01.004
http://dx.doi.org/10.1016/j.trstmh.2010.01.009
http://dx.doi.org/10.4103/sajc.sajc_82_17
http://dx.doi.org/10.3390/vaccines4030028
http://dx.doi.org/10.1016/j.humimm.2019.03.014
http://dx.doi.org/10.1038/cmi.2017.35
http://www.ncbi.nlm.nih.gov/pubmed/28626234
http://dx.doi.org/10.3390/vaccines8020340
http://www.ncbi.nlm.nih.gov/pubmed/32604936
http://dx.doi.org/10.1172/JCI85113
http://www.ncbi.nlm.nih.gov/pubmed/28248202
http://dx.doi.org/10.15406/ghoa.2016.05.00136
http://dx.doi.org/10.1007/s00262-019-02465-y
http://dx.doi.org/10.1016/j.cell.2011.02.013
http://dx.doi.org/10.1126/science.1203486
http://dx.doi.org/10.1016/S1074-7613(02)00274-1
http://dx.doi.org/10.1038/nrrheum.2010.140
http://dx.doi.org/10.1158/0008-5472.CAN-05-3766
http://www.ncbi.nlm.nih.gov/pubmed/16885377
http://dx.doi.org/10.1089/jir.2014.0032
http://www.ncbi.nlm.nih.gov/pubmed/24811691

Vaccines 2020, 8, 380 10 of 12

23.

24.

25.

26.

27.

28.

29.

30.

31.

32.

33.

34.

35.

36.

37.

38.

39.

40.

41.

42.

Migita, K.; Abiru, S.; Maeda, Y.; Nakamura, M.; Komori, A.; Ito, M.; Fujiwara, S.; Yano, K.; Yatsuhashi, H.;
Eguchi, K.; et al. Elevated serum baff levels in patients with autoimmune hepatitis. Hum. Immunol. 2007, 68,
586-591. [CrossRef]

Peng, Y.; Qi, X.; Guo, X. Child-pugh versus meld score for the assessment of prognosis in liver cirrhosis:
A systematic review and meta-analysis of observational studies. Medicine 2016, 95, e2877. [CrossRef]
[PubMed]

Forner, A.; Reig, M.E.; de Lope, C.R,; Bruix, J. Current strategy for staging and treatment: The bclc update
and future prospects. Semin. Liver Dis. 2010, 30, 61-74. [CrossRef] [PubMed]

Heimbach, J.K.; Kulik, L.M.; Finn, R.S.; Sirlin, C.B.; Abecassis, M.M.; Roberts, L.R.; Zhu, A.X.; Murad, M.H.;
Marrero, J.A. Aasld guidelines for the treatment of hepatocellular carcinoma. Hepatology 2018, 67, 358-380.
[CrossRef]

Llovet, ].M.; Bru, C.; Bruix, ]. Prognosis of hepatocellular carcinoma: The bclc staging classification. Semin.
Liver Dis. 1999, 19, 329-338. [CrossRef]

Ali, M.E.; El-Badawy, O.; Afifi, N.A_; Eldin, A.S.; Hassan, E.A.; Halby, H.M.; El-Mokhtar, M.A. Role of t-helper
9 cells in chronic hepatitis c-infected patients. Viruses 2018, 10, 341. [CrossRef]

El-Mokhtar, M.A.; Elgendy, S.G.; Eldin, A.S.; Hassan, E.A.; Hasan, A.A.A.; Abdel Hameed, M.R,; Sayed, D.;
Salama, E.H. Hepatitis c virus affects tuberculosis-specific t cells in hiv-negative patients. Viruses 2020, 12, 101.
[CrossRef]

Thabit, A.G.; Hassan, M.A.; Agban, M.N.; Makhlouf, N.A.; Khalil, N.K.; Hassan, H.M.; El-Mokhtar, M.A.
Prevalence of occult hbv infection among chronic hepatitis ¢ patients in upper egypt. Egypt J. Immunol. 2017,
24,131-142.

Daef, E.A.; Makhlouf, N.A.; Ahmed, E.H.; Mohamed, A.I,; Abd El Aziz, M.H.; El-Mokhtar, M. A. Serological
and molecular diagnosis of occult hepatitis b virus infection in hepatitis ¢ chronic liver diseases. Egypt J.
Immunol. 2017, 24, 37-48. [PubMed]

Zahran, A.M.; Abdel-Rahim, M.H.; Refaat, A.; Sayed, M.; Othman, M.M.; Khalak, L.M.; Hetta, H.F. Circulating
hematopoietic stem cells, endothelial progenitor cells and cancer stem cells in hepatocellular carcinoma
patients: Contribution to diagnosis and prognosis. Acta Oncologica 2020, 59, 33-39. [CrossRef] [PubMed]
Hetta, H.E; Zahran, A.M.; Mansor, S.G.; Abdel-Malek, M.O.; Mekky, M.A.; Abbas, W.A. Frequency and
implications of myeloid-derived suppressor cells and lymphocyte subsets in egyptian patients with hepatitis
¢ virus-related hepatocellular carcinoma. J. Med. Virol. 2019, 91, 1319-1328. [CrossRef] [PubMed]

Zahran, A.M.; Zahran, Z.A.M.; El-Badawy, O.; Abdel-Rahim, M.H.; Ali, W.A,; Rayan, A.; El-Masry, M.A.;
Abozaid, M.A.; Hetta, H.F. Prognostic impact of toll-like receptors 2 and 4 expression on monocytes in
egyptian patients with hepatocellular carcinoma. Immunol. Res. 2019, 67, 157-165. [CrossRef]

Mauri, C. Regulation of immunity and autoimmunity by b cells. Curr. Opin. Immunol. 2010, 22, 761-767.
[CrossRef]

Yamaguchi, T.; Wing, J.B.; Sakaguchi, S. Two modes of immune suppression by foxp3(+) regulatory t cells
under inflammatory or non-inflammatory conditions. Semin. Immunol. 2011, 23, 424-430. [CrossRef]
Wang, Y.; Wang, W.; Wang, L.; Wang, X.; Xia, J. Regulatory mechanisms of interleukin-8 production induced
by tumour necrosis factor-alpha in human hepatocellular carcinoma cells. J. Cell. Mol. Med. 2012, 16, 496-506.
[CrossRef]

Chen, K.J.; Lin, S.Z.; Zhou, L.; Xie, H.Y.; Zhou, W.H.; Taki-Eldin, A.; Zheng, S.S. Selective recruitment of
regulatory t cell through ccr6-ccl20 in hepatocellular carcinoma fosters tumor progression and predicts poor
prognosis. PLoS ONE 2011, 6, €24671. [CrossRef]

Beyer, M.; Schultze, ].L. Regulatory t cells: Major players in the tumor microenvironment. Curr. Pharm. Des.
2009, 15, 1879-1892. [CrossRef]

Cany, J.; Tran, L.; Gauttier, V.; Judor, J.P,; Vassaux, G.; Ferry, N.; Conchon, S. Inmunotherapy of hepatocellular
carcinoma: Is there a place for regulatory t-lymphocyte depletion? Immunotherapy 2011, 3, 32-34. [CrossRef]
Ouaguia, L.; Morales, O.; Aoudjehane, L.; Wychowski, C.; Kumar, A.; Dubuisson, J.; Calmus, Y.; Conti, F.;
Delhem, N. Hepatitis ¢ virus improves human tregs suppressive function and promotes their recruitment to
the liver. Cells 2019, 8, 1296. [CrossRef] [PubMed]

Hetta, H.F; Mekky, M.A; Khalil, N.K.; Mohamed, W.A.; El-Feky, M.A.; Ahmed, S.H.; Daef, E.A.; Nassar, M.L;
Medhat, A.; Sherman, K.E. Association of colonic regulatory t cells with hepatitis c virus pathogenesis and
liver pathology. J. Gastroenterol. Hepatol. 2015, 30, 1543-1551. [CrossRef] [PubMed]


http://dx.doi.org/10.1016/j.humimm.2007.03.010
http://dx.doi.org/10.1097/MD.0000000000002877
http://www.ncbi.nlm.nih.gov/pubmed/26937922
http://dx.doi.org/10.1055/s-0030-1247133
http://www.ncbi.nlm.nih.gov/pubmed/20175034
http://dx.doi.org/10.1002/hep.29086
http://dx.doi.org/10.1055/s-2007-1007122
http://dx.doi.org/10.3390/v10070341
http://dx.doi.org/10.3390/v12010101
http://www.ncbi.nlm.nih.gov/pubmed/29120576
http://dx.doi.org/10.1080/0284186X.2019.1657940
http://www.ncbi.nlm.nih.gov/pubmed/31478425
http://dx.doi.org/10.1002/jmv.25428
http://www.ncbi.nlm.nih.gov/pubmed/30761547
http://dx.doi.org/10.1007/s12026-019-09075-x
http://dx.doi.org/10.1016/j.coi.2010.10.009
http://dx.doi.org/10.1016/j.smim.2011.10.002
http://dx.doi.org/10.1111/j.1582-4934.2011.01337.x
http://dx.doi.org/10.1371/journal.pone.0024671
http://dx.doi.org/10.2174/138161209788453211
http://dx.doi.org/10.2217/imt.11.29
http://dx.doi.org/10.3390/cells8101296
http://www.ncbi.nlm.nih.gov/pubmed/31652598
http://dx.doi.org/10.1111/jgh.12936
http://www.ncbi.nlm.nih.gov/pubmed/25708446

Vaccines 2020, 8, 380 11 of 12

43.

44.

45.

46.

47.

48.

49.

50.

51.

52.

53.

54.
55.

56.

57.

58.

59.

60.

Mehta, M.; Hetta, H.F.; Abdel-Hameed, E.A.; Rouster, S.D.; Hossain, M.; Mekky, M.A.; Khalil, N.K,;
Mohamed, W.A.; El-Feky, M.A.; Ahmed, S.H. Association between il28b rs12979860 single nucleotide
polymorphism and the frequency of colonic t reg in chronically hcv-infected patients. Arch. Virol. 2016, 161,
3161-3169. [CrossRef]

Ferri, S.; Longhi, M.S.; De Molo, C.; Lalanne, C.; Muratori, P.; Granito, A.; Hussain, M.].; Ma, Y.; Lenzi, M.;
Mieli-Vergani, G.; et al. A multifaceted imbalance of t cells with regulatory function characterizes type 1
autoimmune hepatitis. Hepatology 2010, 52, 999-1007. [CrossRef]

Garnelo, M.; Tan, A.; Her, Z.; Yeong, J.; Lim, C.J.; Chen, J.; Lim, K.H.; Weber, A.; Chow, P.; Chung, A;
et al. Interaction between tumour-infiltrating b cells and t cells controls the progression of hepatocellular
carcinoma. Gut 2017, 66, 342-351. [CrossRef] [PubMed]

Shao, Y,; Lo, C.M,; Ling, C.C.; Liu, X.B.; Ng, K.T.; Chu, A.C.; Ma, Y.Y,; Li, C.X,; Fan, S.T.; Man, K. Regulatory b
cells accelerate hepatocellular carcinoma progression via cd40/cd154 signaling pathway. Cancer Lett 2014,
355,264-272. [CrossRef]

Berthelot, ].M.; Jamin, C.; Amrouche, K.; Le Goff, B.; Maugars, Y.; Youinou, P. Regulatory b cells play a key
role in immune system balance. Jt. Bone Spine 2013, 80, 18-22. [CrossRef] [PubMed]

Xing, C.; Ma, N,; Xiao, H.; Wang, X.; Zheng, M.; Han, G.; Chen, G.; Hou, C.; Shen, B.; Li, Y,; et al. Critical
role for thymic cd19+cd5+cd1dhiil-10+ regulatory b cells in immune homeostasis. J. Leukoc. Biol. 2015, 97,
547-556. [CrossRef] [PubMed]

Zhou, X,; Su, Y.X,; Lao, X.M.; Liang, Y.J.; Liao, G.Q. Cd19(+)il-10(+) regulatory b cells affect survival of
tongue squamous cell carcinoma patients and induce resting cd4(+) t cells to cd4(+)foxp3(+) regulatory t
cells. Oral. Oncol. 2016, 53, 27-35. [CrossRef]

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

Wei, X,; Jin, Y.; Tian, Y.; Zhang, H.; Wu, J.; Lu, W,; Lu, X. Regulatory B cells contribute to the impaired
antitumor immunity in ovarian cancer patients. Tumour Biol. 2016, 37, 6581-6588. [CrossRef] [PubMed]
Kessel, A.; Haj, T.; Peri, R,; Snir, A.; Melamed, D.; Sabo, E.; Toubi, E. Human CD19(+)CD25(high) B regulatory
cells suppress proliferation of CD4(+) T cells and enhance Foxp3 and CTLA-4 expression in T-regulatory
cells. Autoimmun. Rev. 2012, 11, 670-677. [CrossRef] [PubMed]

Zheng, M.; Xing, C.; Xiao, H.; Ma, N.; Wang, X.; Han, G.; Chen, G.; Hou, C.; Shen, B.; Li, Y,; et al. Interaction
of CD5 and CD72 is involved in regulatory T and B cell homeostasis. Immunol. Invest. 2014, 43, 705-716.
[CrossRef] [PubMed]

Clark, P. Serum markers for hepatocellular carcinoma. Clin. Liver Dis. 2016, 8, 29-33. [CrossRef]

Wang, R.X; Yu, C.R.; Dambuza, L.M.; Mahdi, R.M.; Dolinska, M.; Sergeey, Y.V.; Wingfield, P.T.; Kim, S.H.;
Egwuagu, C.E. interleukin-35 induces regulatory B Cells that suppress CNS autoimmune disease. Nat. Med.
2014, 20, 633-641. [CrossRef] [PubMed]

Collison, L.W.; Chaturvedi, V.; Henderson, A.L.; Giacomin, PR.; Guy, C.; Bankoti, J.; Finkelstein, D.; Forbes, K.;
Workman, C.J.; Brown, S.A; et al. IL-35-Mediated induction of a potent regulatory T cell population. Nat.
Immunol. 2010, 11, 1093-1101. [CrossRef]

Kim, H.S.; Lee, ].H.; Han, H.D.; Kim, A.R.; Nam, S.T.; Kim, HW.; Park, Y.H.; Lee, D.; Lee, M.B.; Park, Y.M.; et al.
Autocrine stimulation of IL-10 is critical to the enrichment of IL-10-producing CD40(hi)CD5(+) regulatory B
cells in vitro and in vivo. BMB Rep. 2015, 48, 54-59. [CrossRef] [PubMed]

Lake-Bakaar, G.; Jacobson, I.; Talal, A. B cell activating factor (BAFF) in the natural history of chronic hepatitis
C virus liver disease and mixed cryoglobulinaemia. Clin. Exp. Immunol. 2012, 170, 231-237. [CrossRef]
Schiemann, B.; Gommerman, J.L.; Vora, K.; Cachero, T.G.; Shulga-Morskaya, S.; Dobles, M.; Frew, E.;
Scott, M.L. An essential role for BAFF in the normal development of B cells through a BCMA-independent
pathway. Science 2001, 293, 2111-2114. [CrossRef] [PubMed]

Schneider, P.; Takatsuka, H.; Wilson, A.; Mackay, F.; Tardivel, A.; Lens, S.; Cachero, T.G.; Finke, D;
Beermann, F,; Tschopp, J. Maturation of marginal zone and follicular B cells requires B cell activating factor
of the tumor necrosis factor family and is independent of B cell maturation antigen. J. Exp. Med. 2001, 194,
1691-1697. [CrossRef]


http://dx.doi.org/10.1007/s00705-016-3015-4
http://dx.doi.org/10.1002/hep.23792
http://dx.doi.org/10.1136/gutjnl-2015-310814
http://www.ncbi.nlm.nih.gov/pubmed/26669617
http://dx.doi.org/10.1016/j.canlet.2014.09.026
http://dx.doi.org/10.1016/j.jbspin.2012.04.010
http://www.ncbi.nlm.nih.gov/pubmed/22858147
http://dx.doi.org/10.1189/jlb.3A0414-213RR
http://www.ncbi.nlm.nih.gov/pubmed/25516754
http://dx.doi.org/10.1016/j.oraloncology.2015.11.003
http://dx.doi.org/10.1158/1078-0432.CCR-06-2363
http://dx.doi.org/10.1007/s13277-015-4538-0
http://www.ncbi.nlm.nih.gov/pubmed/26638169
http://dx.doi.org/10.1016/j.autrev.2011.11.018
http://www.ncbi.nlm.nih.gov/pubmed/22155204
http://dx.doi.org/10.3109/08820139.2014.917096
http://www.ncbi.nlm.nih.gov/pubmed/24950378
http://dx.doi.org/10.1002/cld.565
http://dx.doi.org/10.1038/nm.3554
http://www.ncbi.nlm.nih.gov/pubmed/24743305
http://dx.doi.org/10.1038/ni.1952
http://dx.doi.org/10.5483/BMBRep.2015.48.1.213
http://www.ncbi.nlm.nih.gov/pubmed/25341924
http://dx.doi.org/10.1111/j.1365-2249.2012.04653.x
http://dx.doi.org/10.1126/science.1061964
http://www.ncbi.nlm.nih.gov/pubmed/11509691
http://dx.doi.org/10.1084/jem.194.11.1691

Vaccines 2020, 8, 380 12 of 12

61.

62.

63.

64.

65.

66.

Walters, S.; Webster, K.E.; Sutherland, A.; Gardam, S.; Groom, J.; Liuwantara, D.; Marino, E.; Thaxton, J.;
Weinberg, A.; Mackay, F; et al. Increased CD4+Foxp3+ T cells in BAFF-transgenic mice suppress T cell
effector responses. J. Immunol. 2009, 182, 793-801. [CrossRef]

Brunetti, O.; Gnoni, A.; Licchetta, A.; Longo, V.; Calabrese, A.; Argentiero, A.; Delcuratolo, S.; Solimando, A.G.;
Casadei-Gardini, A.; Silvestris, N. Predictive and prognostic factors in hcc patients treated with sorafenib.
Medicina 2019, 55, 707. [CrossRef] [PubMed]

Katoh, M. Multi-layered prevention and treatment of chronic inflammation, organ fibrosis and cancer
associated with canonical wnt/f-catenin signaling activation (review). Int. ]. Mol. Med. 2018, 42, 713-725.
[CrossRef] [PubMed]

Reddy, S.M.; Reuben, A.; Wargo, J.A. Influences of braf inhibitors on the immune microenvironment and the
rationale for combined molecular and immune targeted therapy. Curr. Oncol. Rep. 2016, 18, 42. [CrossRef]
[PubMed]

Gnoni, A,; Licchetta, A.; Memeo, R.; Argentiero, A.; Solimando, A.G.; Longo, V.; Delcuratolo, S.; Brunetti, O.
Role of braf in hepatocellular carcinoma: A rationale for future targeted cancer therapies. Medicina 2019, 55,
754. [CrossRef]

Longo, V.; Brunetti, O.; Gnoni, A.; Licchetta, A.; Delcuratolo, S.; Memeo, R.; Solimando, A.G.; Argentiero, A.
Emerging role of immune checkpoint inhibitors in hepatocellular carcinoma. Medicina 2019, 55, 698.
[CrossRef]

@ © 2020 by the authors. Licensee MDPI, Basel, Switzerland. This article is an open access
@ article distributed under the terms and conditions of the Creative Commons Attribution

(CC BY) license (http://creativecommons.org/licenses/by/4.0/).


http://dx.doi.org/10.4049/jimmunol.182.2.793
http://dx.doi.org/10.3390/medicina55100707
http://www.ncbi.nlm.nih.gov/pubmed/31640191
http://dx.doi.org/10.3892/ijmm.2018.3689
http://www.ncbi.nlm.nih.gov/pubmed/29786110
http://dx.doi.org/10.1007/s11912-016-0531-z
http://www.ncbi.nlm.nih.gov/pubmed/27215436
http://dx.doi.org/10.3390/medicina55120754
http://dx.doi.org/10.3390/medicina55100698
http://creativecommons.org/
http://creativecommons.org/licenses/by/4.0/.

	Introduction 
	Patients and Methods 
	Study Definitions and Patients‘ Selection 
	Evaluation of the Freuency of Bregs by Flow Cytometry 
	Evaluation of the Frequency of Tregs by Flow Cytometry 
	Serum Cytokine Measurements 
	Statistical Analysis 

	Results 
	Demographic Data 
	Frequency of Bregs and Tregs c among the Studied Groups 
	IL-10, IL-35 and BAFF Serum Levels 
	Correlation of the Frequency of Bregs with the Frequency of Tregs, IL-10, IL-35 and BAF Serum Levels among HCV-HCC Patients 

	Discussion 
	Conclusions 
	References

