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ABSTRACT 

HBV vaccination prevents HBV infection and related liver cancer. Immunological 

dysfunctions of Tfh and B cells in HIV-1 infected individuals may affect the response to 

HBV vaccine. The general objective of this thesis was to elucidate HBV vaccine response in 

HIV-1 infected children receiving ART, to assess functional and phenotypic properties of 

pTfh cells in HBV vaccinated children and to study whether HBV vaccination may have a 

role in reducing the size of HIV-1 reservoirs. In paper I, we showed reduced frequencies of 

pTfh cells in HIV-1 infected children compared to healthy controls and of pTfh cells 

expressing the co-stimulatory molecules ICOS and PD1, important to mediate the interaction 

of Tfh cells with B cells. The frequency of IL-4 expressing pTfh cells and of resting memory 

B cells was also lower in infected children; on the contrary, an expansion of exhausted 

memory B cells was detected in this group. In paper II, all children who received HBV 

vaccination, except four, displayed a strong vaccine response at 1 month post-vaccination. 

Lower plasma levels of anti-HBs antibodies (Abs) were measured in HIV-1 infected children 

compared to controls at 1 month and 6 months post-vaccination. HIV-1 infected children had 

elevated plasma CXCL13 levels compared to controls at all time points; changes in plasma 

CXCL13 concentration were however not observed following vaccination. As the functional 

and phenotypic properties of pTfh cells were similar in both groups pre- and post-

vaccination, alterations in pTfh properties could not explain the reduced vaccine response in 

HIV-1 infected children. In a yet unpublished study, we showed an altered frequency of B 

cell subsets in HIV-1 infected children which correlated with anti-HBs Ab titers after 

vaccination. In paper III, the number of HIV-1 DNA copies in PBMCs was unchanged after 

vaccination with a combined HBV and HAV vaccine in HIV-1 infected children; however, 

54% of these individuals showed a decline in the size of HIV-1 DNA reservoir after 

vaccination. The change was most likely related to vaccination since the children were on 

ART for a median of 7.2 years and had therefore likely reached a plateau phase for HIV-1 

DNA decay after ART initiation. EM CD8+ T cells were the stronger predictors of the 

change in HIV-1 DNA copies using multivariate analysis. In conclusion, three doses of 

accelerated HBV vaccination induced high anti-HBs Abs in both HIV-1 infected and control 

children. A rapid decline of anti-HBs Abs in plasma after 6 months from vaccination suggests 

the need of an additional booster dose for HBV vaccine. The role of HBV vaccination in 

reducing HIV-1 DNA reservoirs should be investigated further. 
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1 CHAPTER I: INTRODUCTION  
1.1 BACKGROUND    

Infection with HIV-1 is a compelling public health problem and among the leading causes of 

death in sub-Saharan Africa. Globally, the virus infected more than 70 million people and killed 

about 35 million lives so far. Sub-Saharan Africa is disproportionately affected by HIV-1 

burden as infections in this part of the world accounted for two-third of HIV-1 infection 

worldwide. In 2017, around 20.9 million people living with HIV-1 (PLWH) were accessing 

antiretroviral therapy (ART) globally. In pregnant women living with HIV-1, ART prevents 

mother-to-child transmission (PMTCT) of the virus; 76% of HIV-1 infected mothers were 

accessing the treatment in 2016 [1, 2]. HIV-1 and Hepatitis B virus (HBV) have common 

modes of transmission and, in co-infected individuals, the clinical outcomes linked to these two 

infections are exacerbated [3]. HBV infection is vaccine preventable; vaccine specific 

antibodies, however, wane quickly in HIV-1 infected patients. Thus, both ART treated and 

untreated HIV-1 infected individuals, even if vaccinated, will be at risk of acquiring HBV 

infection and related complications [4-7]. Immune response to HBV vaccine improved in    

HIV-1 infected individuals by increasing the vaccine dosage, the frequency of boosters and the 

use of different types of adjuvants [8, 9].  

1.2 HIV-1 EPIDEMIOLOGY  

In 1981, five young homosexual men were treated for Pneumocystis carinii pneumonia in Los 

Angeles hospitals. These patients had a history of cytomegalovirus (CMV) and mucosal 

candida infections and they displayed a very poor response to mitogens and antigens [10]. 

Unusual forms of Kaposi’s sarcoma were also seen in young homosexual men who were 

positive for CMV antibodies and hepatitis B surface antigen (HBsAg) or hepatitis B surface 

antibody (anti-HBs) [11]. Patients were also experiencing severe deficiency in cellular immune 

responses and this syndrome was later on named acquired immunodeficiency syndrome (AIDS) 

[12]. The causative agent of AIDS was discovered through repeated isolations of the virus, 

initially named human T-cell lymphotropic virus type III (HTLV-III), from AIDS and pre-

AIDS patients; a serological test was developed soon thereafter for screening blood before 

transfusion [13-17]. In 1986 the virus was renamed to human immunodeficiency virus (HIV) by 

the International Committee of the Taxonomy of Viruses (ICTV) [18].  
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Retroviridae is a large family of viruses which relies on a ribonucleic acid (RNA)-dependent 

deoxyribonucleic acid (DNA) polymerase (reverse transcriptase) capable of synthesizing DNA 

from the virus RNA. Of the seven Retroviridae sub-families, delta-retroviruses comprise the T 

lymphotropic viruses HTLV-1 and HTLV-2 which cause T cell lymphoma and neurological 

disease, and the lentiviruses HIV-1 and HIV-2 which cause AIDS [19]. HIV-2 was isolated 

from West Africa patients in Guinea Bissau and Cape Verde [20]. Chimpanzees and/or gorilla 

are more likely to be the source of the initial HIV-1 transmission to humans; on the other hand, 

sooty mangabeys are likely the source of HIV-2 since a closely related group of viruses, called 

simian immunodeficiency viruses (SIVs), was isolated from primates in sub-Saharan Africa 

[21, 22].  

There are four distinct HIV-1 groups; M (major or main), N (non-M or non-O) [23], O (outlier) 

[24] and P [25, 26]. HIV-1 group M is responsible for the world-wide pandemic and is 

subdivided into 9 clades or subtypes (A to D, F to H, J and K) and CRFs (circulating 

recombinant forms) originated through the recombination of subtypes are also included in M 

[27]. Subtype C is the most dominant (48%) of all subtypes of HIV-1 M group and this subtype 

is present in India, Southern Africa, and Eastern Africa including Ethiopia. HIV-1 M subtypes 

A (12%) and B (11%) have a large distribution globally. Subtype B dominates in Western and 

Central Europe, Australia, North America, the Caribbean and Latin America. Subtype A is 

present in Western and Eastern Africa, Eastern Europe, Russia and Ukraine [28]. Subtype B 

(47%) was the dominant subtype in HIV-1 infected individuals in Sweden, followed by subtype 

C and CRFs; an increase in non-B subtypes over-time was due to immigration from Africa and 

Thailand [29]. In Ethiopia, the HIV-1 epidemic is predominantly due to the C-subtype, which 

can be subdivided into sub-cluster C and sub-cluster C' [30, 31]. HIV-2 is a less virulent virus 

with a lower transmission efficacy; only eight (A-H) groups were identified for HIV-2 [32]. 

Globally, the incidence of HIV-1 infection decreased from 2.1 million in 2015 to 1.8 million in 

2016; the decline in the incidence of HIV-1 infection was estimated to be 11% and 47% since 

2010 in adult and children, respectively [1, 33]. The prevalence of HIV-1 increased over the 

years but the death rate declined through an increased access to ART. A total of 19.5 million 

people, 54% of 34.5 million adults and 43% of 2.1 million children (Figure 1), were accessing 

ART in 2016 [1]. Global scale up in the provision and access to ART has led to the removal of 

HIV from the top 10 causes of death world-wide [34]. The estimated prevalence of HIV-1 in 

Western and central Europe, and North America was 2.1 million which contributed only to 
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5.7% of HIV-1 infection globally in 2016. The largest contribution (70%) to HIV-1 prevalence 

was from Sub-Saharan Africa with an estimated prevalence of 25.5 million infected, 54% of 

those individuals accessing ART and over 0.7 million deaths reported in 2016 [1]. In Sweden, 

eleven thousand people are estimated to live with HIV-1 and, among them, less than 100 were 

children. In 2016, ART coverage was 83% among the total number of people living with HIV-

1, and was greater than 95% among children [35]. In Ethiopia, the rate of HIV-1 prevalence in 

adults is estimated to be 1.1% and 710 thousand people estimated to live with HIV-1, of these 

62 thousand were children. The coverage of ART in Ethiopia was 59% in children and adults; 

however, children ART coverage was very low (35%). The ART coverage among HIV-1 

infected Ethiopian pregnant women for PMTCT was 69% with 4200 new HIV-1 infection 

estimated in 2016 [36]. 

 

Figure 1. Global epidemiology and access to antiretroviral treatment for HIV infected children 

in 2016 (Adapted from [37]). 

1.3 PATHOGENESIS OF HIV-1 INFECTION 

1.3.1 HIV-1 entry and replication   

Most of HIV-1 transmissions occur during heterosexual intercourses as the virus passes the 

mucosal barrier through microlesions in this compartment [19, 38]. Mother-to-child 

transmission (MTCT) is another route of HIV-1 transmission which may occur at pregnancy, 
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labour, delivery and breastfeeding. The rate of MTCT is 15 to 45% without any interventions 

but the transmission can be reduced below 5% through ART administration and other effective 

interventions during peripartum and postpartum periods [39].  

The complex life cycle of HIV-1 is initiated when the viral envelope (env) proteins bind to the 

virus receptor CD4 on host cells at the site of transmission [40]. The binding of the HIV-1 

external envelope glycoprotein (gp120) to the CD4+ receptor on the host T cells triggers a 

gp120 conformational change thus exposing part of the gp41 protein which will interact with 

CCR5 and/or CXCR4 co-receptors on CD4+ T cells [41, 42]. Non-syncytium inducting viruses 

preferentially use CCR5 (R5) as co-receptors in early phase of HIV-1 infection; syncytium 

inducing viruses which utilize CXCR4 (X4) as co-receptors can be found during the chronic 

phase in approximately 50% of infected patients [43, 44]. Upon entry into the host cells, the 

viral genome is reverse transcribed into double stranded DNA (dsDNA). The dsDNA is 

integrated into the host DNA (provirus stage) where the virus uses the host machinery to 

produce billions of virus copies [41, 42].  

1.3.2 Acute (primary) HIV-1 infection      

During the early phase of HIV-1 infection and for the subsequent course of the disease, HIV-1 

preferentially infects activated CD4+ T cells expressing CCR5 [45]. The time interval between 

infection of the first cell and the presence of detectable virus in circulation is called eclipse 

phase [46]. It is difficult to clearly establish the length of the eclipse phase since, for the 

majority of HIV-1 infections, the time of exact exposure is unknown; the eclipse phase is 

however considered to last for approximately 10-14 days. During this phase patients are 

asymptomatic and there is no reliable laboratory test to detect the presence of HIV-1 [47]. A 

study conducted in the SIV infected macaque model demonstrated small numbers of SIV RNA 

copies detected at the site of virus inoculation 3 days after infection; the virus was found in 

different lymphoid tissues and disseminated to other organs at day 12 post-infection [48]. The 

next phase of the infection, also known as acute (primary) HIV-1 infection, has been divided 

into four stages (Fiebig stages I to IV) based on the reactivity of the samples in different assays 

[46]. During acute infection, patients could be asymptomatic or hospitalized due to severe 

illness associated with seroconversion [49]; a viral set-point, which can reach up to 107 or more 

HIV-1 RNA copies/ml, can be detected in peripheral blood during acute infection [50, 51]. At 

this time point, the risk of HIV-1 transmission is higher compared to the chronic phase of 

infection [38]. The virus disseminates to organs and lymphoid tissues, mainly to the gut-
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associated lymphoid tissue (GALT), which is enriched with memory CD4+ T cells [38, 52]. 

HIV-1 causes severe destruction of the gut memory CD4+ T cells and establishes viral 

reservoirs [41].  

During the acute phase of HIV-1 infection, infants may experience cough due to pneumonia, 

diarrhea, fever, lymphadenopathy and skin rash [53, 54]. As MTCT can occur at different time 

points, the course of the disease associated to HIV-1 infection varies depending on the time 

point of the infection [55]. A meta-analysis study reported that the death rate in ART naïve 

children within the first 12 months of life was 52% for children infected during peripartum and 

26% for children infected at postpartum [56]. Higher risk of morbidity and mortality, with an 

increased susceptibility to infectious diseases, was reported for HIV-1 exposed uninfected 

(HEU) infants compared to unexposed infants [57].  

1.3.3 Chronic HIV-1 infection        

The chronic phase of HIV-1 infection starts after a sharp decline of HIV-1 RNA levels at the 

end of acute HIV-1 infection [52]. Reduced HIV-1 viral load could be due to a strong cellular 

immune response in HIV-1 infected individuals [52, 58]. At this stage, HIV-1 infected 

individuals are asymptomatic and can live for a decade or longer in the absence of ART [59, 

60]. HIV-1 viral load remains stable, even below detection limits, in slow progressors, and the 

CD4+ T cells counts decline slowly before AIDS-related complications begin [52, 58]. Early 

initiation of ART significantly changes the course the disease; in fact, in ART treated patients, 

the median life expectancy of 75 years is shortened only by 7 years [61].  

Disease progression in children is more rapid than in adults. For instance, a study conducted in 

Malawi showed that 89% of HIV-1 infected ART naïve children died at the age of 3 years, due 

to a high burden of infectious diseases and lack of appropriate treatment for these 

infections [62]. A study conducted in Rwanda showed that the risk of death in children, who are 

naïve for ART and without prophylaxis for opportunistic infections, was 45% and 62% at the 

age of 2 and 5 years, respectively [63]. A study conducted in three Sub-Saharan countries from 

2004 to 2009 reported a 4.5% death rate for children who were on ART for an average 2.3 years 

[64]. A 6.6% mortality rate was recorded in the Asia region (Thailand, Malaysia, India, 

Indonesia and Cambodia) where 77% of the children were on ART; in this study, however, a 

higher mortality rate was reported during the first months of ART showing the need of early 

diagnosis and effective treatment [65]. In addition, a follow-up study which was conducted in 
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vertically HIV-1 infected children in the US from 1993 to 2006 revealed that the median age of 

death increased from 8.9 in 1994 to 18.2 years in 2006 [66]; a 24.5% death rate was reported in 

children who were not receiving ART [66].  

A mortality rate (16.85 deaths per 1000 child-year) was reported among HIV-1 infected 

children from the northern part of Ethiopia; in this group the early age mortality was higher due 

to lack of timely ART initiation [67]. According to a study conducted in Addis Ababa, 10.4% 

mortality was recorded and the majority of deaths occurred during the first 6 months of ART 

initiation [68]. Successful and early ART treatment normalized the CD4+ and CD8+ T cells 

counts, reduced the viral load to below detectable limit, increased the survival of HIV-1 

infected individuals and decreased HIV-1 transmission [69, 70]. HIV-1 infected children can 

reach adulthood age with proper management of opportunistic infections (OIs); however, early 

initiation of ART and high levels of adherence to treatment is critical [71, 72].  

CD4+ T cells count below 200 μl/ml and/or evidence for at least one AIDS-defining conditions 

are used to diagnose HIV-1 infected patients with AIDS, according to CDC definitions [73]. 

AIDS-defining conditions include mycobacterium infection at any site, recurrent bacterial 

infection, HIV-1 related encephalopathy, wasting syndrome associated with HIV-1 and herpes 

simplex infection [73]. Prior to the introduction of ART in the clinical management of HIV-1 

infection, AIDS diagnosis was associated with fatal outcome within a short period. While ART 

has significantly reduced the burden of AIDS, patients are still suffering from serious non-AIDS 

morbidity and pill burden [74].  

1.3.3.1 HIV-1 Reservoirs  

Even in the absence of detectable HIV-1 RNA during ART treatment, integrated HIV-1 proviral 

DNA persists in tissues [75] and in peripheral blood mononuclear cells (PBMCs) [76]. HIV-1 

predominantly persists in resting central memory (CM) and transitional memory (TM) CD4+ T 

cells due to the fact that these cells can live for an average of 25 years [77-79]. Tissue T 

follicular helper (Tfh) cells, which reside in the lymph node within the germinal center (GC), 

are also major HIV-1 reservoirs [80]. Non CD4+ T cells including follicular dendritic cells 

(FDCs) [81], macrophages (in the lung (alveolar macrophages) [82], liver (Kupffer cells) [83, 

84], bone marrow (osteoclasts) [85] and central nervous system (microglial cells) [86]), 

monocytes [87, 88] and dendritic cells (DCs) [89] are also involved in HIV-1 latency. Thus, any 

approach to reactivate HIV-1 in latently infected cells should consider all possible virus 
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reservoirs in the tissues and peripheral blood for successful functional or sterilizing cure of 

HIV-1 infected individuals [90, 91]. 

Several studies demonstrated that HIV-1 reservoirs in infected individuals persist even after 

protracted ART treatment [92-95]. Early ART initiation in vertically HIV-1 infected children 

induced a size reduction of the virus reservoirs and decay over time [96, 97]. Before initiation of 

ART, adult HIV-1 infected individuals had a similar size of the virus reservoirs in circulation 

during acute and chronic HIV-1 infection; the integrated HIV-1 DNA was significantly reduced 

after 12 months of ART in early treated but not in chronically infected patients [98]. These 

findings suggest that the timing of ART initiation, but not the length of ART, is the most 

important factor to reduce the size of virus reservoirs [99].  

A study was conducted to assess the timing of virus reservoir seeding by infecting rhesus 

monkeys with SIV through the intra-rectal route followed by ART initiation at 3, 7, 10 and 14 

days from virus inoculation. Rhesus monkeys treated with ART at day 3 from mucosal SIV 

infection showed undetectable viral RNA, and undetectable humoral and cellular responses to 

SIV proteins using Enzyme-linked immunosorbent assay (ELISA) and Enzyme-linked 

immunospot assay (ELISpot), respectively [100]. Integrated SIV DNA was also undetectable in 

PBMCs; low, detectable levels of proviral DNA were however measured in lymph nodes and 

gastrointestinal mucosa mononuclear cells, suggesting that SIV seeding may have occurred 

during the primary infection phase before detection of SIV RNA in the circulation [100].  

A child denominated the ‘Mississippi baby’ had been on ART for 18 months immediately after 

birth with treatment discontinued for the following 27 months; the child had undetectable viral 

HIV-1 DNA and RNA copies up to 30 months of age suggesting that very early ART initiation 

may impact on the establishment of latency [101]. Regrettably, an HIV-1 rebound was detected 

in plasma during a routine follow-up at the age of 46.4 months in the absence of any apparent 

clinical symptoms of acute HIV-1 syndrome. The viral load dropped, the frequency of CD4+ T 

cells increased and the CD4/CD8 T cell ratio normalized within 72 hours from ART re-

introduction [102]. Another case report showed that in a child who was on ART from 30 min 

following birth, HIV-1 serological tests were negative and HIV-1 RNA and DNA levels 

undetectable. In this child, ART treatment was interrupted at 48 months of age but, unlike the 

‘Mississippi baby’, the virus rebounded quickly within days from treatment interruption; HIV-1 

RNA declined to undetectable limits after ART was re-initiated at 6 weeks from treatment 

interruption [103]. Among 100 perinatally infected children, only one child treated with ART at 
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the age of 3 months, with treatment discontinued between 5.8 to 6.8 years of age, showed a 

stable CD4+ T cell count, very low levels of circulating HIV-1 RNA and DNA for the 

following 11.5 years [104]. As limited and conflictual results have been shown on 

elimination/reduction of virus reservoirs upon prolonged treatment, ART interruption should be 

handled with caution; in addition, an increased risk of immunosuppression after re-initiation of 

ART has been reported [97, 101, 105]. 

1.3.3.2 Measuring the size of virus reservoirs   

Quantitative virus outgrowth assay (VOA) is the golden-standard method for measuring the size 

of HIV-1 reservoir in resting CD4+ T cells. The assay measures the production of viral protein 

or RNA using ELISA or PCR after co-culture of resting CD4+ T cells with irradiated allogeneic 

PBMCs in the presence of phytohemagglutinin (PHA) [106, 107]. This process is time-

consuming, labor intensive, expensive and needs a large volume of blood.  Furthermore, VOA 

only measures the replication-competent virus but not the defective or non-induced proviruses; 

in fact VOA measured 100 fold less virus reservoirs compared to PCR based assays [108]. PCR 

based assays have been used to measure all types of proviruses including replication-competent 

and defective proviruses from PBMCs, total CD4+ or resting CD4+ T cells [109]. Initiation of 

ART during acute HIV-1 infection may lead to accumulation of defective virus over time which 

will only be detected using PCR based assays [108]. There is an urgent need of developing a 

simple, reproducible and accurate assay which measures the true size of virus reservoir from 

acute and chronic HIV-1 infected individuals (figure 2).   
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Figure 2. Vann diagram comparison of proviral HIV-1 DNA measured by different (existing 

and needed) methods for assessing latent reservoirs (Adapted from [109]). 

1.3.3.3 Microbial translocation and immune activation during HIV-1 infection 

Microbial products translocated from the intestinal lumen to the circulation as result of the 

damage taking place at the epithelial barrier, are associated with immune activation and co-

morbidity in HIV-1 infection [110, 111]. Peptidoglycan, lipopolysaccharide (LPS), lipoteichoic 

acid, flagellin, bacterial DNA/RNA fragments, LPS-binding protein (LBP) and soluble CD14 

(sCD14) are some of the biomarkers used to measure microbial translocation in HIV-1 infected 

and healthy individuals [112, 113]. LBP is an acute phase protein produced by hepatocytes and 

sCD14 is produced by monocytes in response to LPS. Both LBP and sCD14 are indirect 

biomarkers produced by innate immune cells during microbial translocation; they bind to- and 

present LPS [114]. The concentration of LPS significantly increases over the course of HIV-1 

infection although the levels of LPS are similar between chronically infected and AIDS 

patients. Antibiotic treated rhesus macaques showed a marked reduction of LPS levels and 

gram-negative bacteria in the stool demonstrating the involvement of the gastrointestinal tract in 

microbial translocation [110].  

Several studies pointed out that microbial translocation directly or indirectly increased 

polyclonal T cell activation through chemokines and cytokines [110, 115, 116]. Chronic HIV-1 

infected individuals receiving ART showed a significantly different fecal microbial composition 
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compared to healthy controls, and plasma levels of LPS positively correlated with plasma 

immune activation markers including IL-6, TNF- , C-reactive protein (CRP) and IL-1  [117]. 

SIV infected macaques treated with sevelamer, a drug which block LPS in the intestine, showed 

reduced levels of immune activation markers as measured by a lower frequency of Ki67+CD4+ 

and HLA-DR+CD38+ CD8+ T cells compared to untreated macaques [111]. A study conducted 

in HIV-1 infected humans confirmed that plasma LPS directly correlated with immune 

activation markers such as plasma IFN-α and frequency of HLA-DR+CD38+ CD8+ T cells; 

plasma LPS levels were reduced when the CD4+ T cells count increased upon ART [110]. A 

study conducted in ART-naïve children also showed that microbial translocation could more 

often be measured in severely immunocompromised children [115]. Plasma levels of LPS and 

16S rDNA were significantly elevated in HIV-1 infected children compared to healthy controls; 

they were also positively correlated with HIV-1 RNA, expression of immune activation (HLA-

DR and CD38) and immune exhaustion (PD1) markers on T cells [115]. Thus, treatment 

targeting intestinal bacteria may help to reduce polyclonal immune activation and disease 

progression.   

1.3.4 Antiretroviral therapy (ART) for HIV-1 infection 

One of the great achievements in the field of HIV-1 research is the design of antiretroviral 

drugs. The availability and use of ART improves the quality of life of infected individuals, 

reduces HIV-1 related morbidity and mortality, and changes the natural history of the disease 

into a chronic manageable condition. Recommendations for timing of ART initiation have been 

updated at several occasions by WHO, in order to optimally treat HIV-1 infected individuals 

and to prevent HIV-1 transmission between individuals [118, 119]. Previously the 

recommendations for ART initiation were based on age, CD4+ T cells count or CD4%, clinical 

stages, pregnancy status and co-infection(s) of HIV-1 infected individuals [120]. ART treatment 

interruption was suggested to alleviate pill burden, fatigue, drug toxicity and resistance in    

HIV-1 infected individuals who had been on ART for a longer time [121, 122]. However, upon 

treatment interruption, virus rebound took place immediately from long-lived latently infected 

cells and treatment interruption is not currently considered as an option in the clinical 

management of HIV-1 infection [123, 124]. 

The Food and Drug Administration (FDA) has approved more than 25 drugs with six distinct 

mechanisms of action for the treatment of HIV infection; nucleoside/nucleotide reverse 

transcriptase inhibitors (NRTIs), non-nucleoside reverse transcriptase inhibitors (NNRTIs), 
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protease inhibitors (PIs), integrase strand transfer inhibitors (INSTIs), CCR5 antagonists and 

fusion inhibitors [125]. The choice of which type of ART should be administered depends on 

the patient characteristics (age, weight), drug resistance profiles, availability of the drugs, 

possible side effects, co-infections and possible drug interactions [126]. Standard ART regimen 

consists of the combination of at least three drugs to suppress HIV-1 replication and reduce the 

risk of drug resistance development; the combinations are two NRTIs with one NNRTIs, or PI 

or INSTI. Clinical evaluations, CD4+ T cells count and HIV-1 viral load are the most common 

tools to monitor the patient response to ART, drug toxicities, treatment adherence and disease 

progression. The time interval for monitoring patients on ART depends on the type of drug 

regimen, the patient age and clinical status; it is however common that clinical monitoring takes 

place every three to six months [126]. A recent guideline recommended the provision of 

lifelong ART to all HIV-1 infected individuals regardless of their CD4+ T cell count; this 

strategy would led to declined levels of viremia in treated individuals and help with the goal of 

ending AIDS epidemic by 2030 [119].   

1.3.5 Adherence to ART  

Adherence to ART is a complex behavior which can be influenced by the type of drugs, life 

style and age of the patients, stage of the disease and the health care system in the country of 

residence [127]. The adherence rate is low in children compared to adults because children are 

dependent on their parents or caregivers for monthly checkup and drug refill. Therefore, 

children adherence will be good only when their caregiver handle the medication properly [127-

131]. A meta-analysis study in children and young adolescents showed that in Africa the overall 

ART adherence was 83.8% varying between 63% in Uganda to 95% in South Africa; the lowest 

rate (53%) was reported from North America [132]. A study conducted in five health facilities 

in Rwanda showed that ART adherence was 66% in children less than 15 years of age; HIV-1 

positive caregivers facilitated for a higher adherence rate compared to HIV-1 negative [128]. In 

three regions of Ethiopia, the adherence rate was estimated to be between 84-95% using a 

caregiver-questionnaire report in the past 7 days prior to interviews [129, 133, 134]. However, a 

very low adherence was also reported using home-based pill counts which, compared to the 

caregiver-report, displayed the need for urgent intervention to improve ART adherence in 

Ethiopia [129].  
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1.4 HEPATITIS B VIRUS (HBV)  

The HBV is an enveloped and partially dsDNA virus classified under the hepadnaviridae 

family. The virion is composed of an inner nucleocapsid core antigen (HBcAg) and an outer 

lipid bilayer envelope that contains the surface antigen (HBsAg) [135]. HBV causes a life-

treating infection; the long-term complications of HBV infection are severe, including hepatic 

failure secondary to liver cirrhosis and hepatocellular carcinoma (HCC) [136]. The burden of 

chronic HBV is due to infection occurring during childhood with clinical complications 

typically affecting the adult individual [137]. While the HBV vaccine was shown to be highly 

protective in HIV-1 seronegative individuals, HIV-1 infected children showed less optimal and 

durable serological responses (Table 1) [138].  

1.4.1 HBV epidemiology  

The majority of HBV infections occur through perinatal and other transmission routes including 

sexual contact (common transmission), needles used in common drug-injection, tattooing, 

unsafe medical practices and contaminated blood or blood products [139]. Around 2 billion 

people have serological evidence of past or current HBV infection [136]; 257 million people are 

chronically infected with HBV based on positive HBsAg results and 887 thousand deaths were 

recorded due to HBV infection related complications in 2015 [140]. According to a WHO 

report, the prevalence of HBV infection varied markedly throughout different world regions 

[140]. The virus is highly endemic, with 70–95% serological evidence of past or present HBV 

infection, in developing regions such as South East Asia, China, sub-Saharan Africa and the 

Amazon Basin. In these areas, at least 8% of individuals in the population are chronic HBV 

carriers [141]. HIV-1 and HBV shared similar routes of transmission, thus among the 36.7 

million people living globally with HIV-1 infection, 5-10% are co-infected with HBV [142].   

Sweden is a low endemic country for HBV infection as the rate of HBsAg positivity was below 

1% and less than 5% for overall markers including HBsAg, Hepatitis B core antibody (anti-

HBc) and anti-Hbs [143]. In Ethiopia, the prevalence of HBV infection varies across regions; a 

meta-analysis showed that the pooled prevalence of HBsAg positivity was 7.4% [144]. A study 

conducted in 57 thousand blood donors from all regions of Ethiopia showed that the overall 

prevalence of HBV infection was 3.9% in adults; the rate of infection was twice higher in the 

male compared to female population [145]. HBsAg prevalence was 7% in the capital city, 

Addis Ababa, as reported from a community-based study [146]. HIV-1/HBV co-infection was 

5.5% for outpatient ART treated individuals at the Gondar Hospital [147]. A similar result was 



 

 13 

reported from the Mekelle Hospital in northern Ethiopia with 5.9% HBsAg positivity among 

HIV-1 infected adults receiving ART [148]. 

Four major HBV serotypes (adr, adw, ayr, ayw) and nine sub-serotypes (ayw1, ayw2, ayw3, 

ayw4, ayr, adw2, adw4, adrq+ and adrq-) have been identified based on the HBsAg. These 

classifications were based on the constant “a” determinant, two mutually exclusive determinants 

(w/r and d/y) and additional variables. According to the HBV genome sequence, ten genotypes 

(A-J) have been characterized and further sub-genotypes also introduced. Genotypes and sub-

genotypes classifications were based on intergroup nucleotide differences of the complete HBV 

genome sequence > 8% and 4-8%, respectively [149-151]. Genotypes A and D are more 

dominant in Africa and Europe; sub-genotype A1 is common in sub-Saharan Africa and A2 in 

Northern Europe [150, 151]. In Sweden, the genotype D was dominant in patients who visited 

outpatient clinics, followed by A, C, E and F; the different genotypes illustrated the origin of the 

patients as genotypes D, A and C were isolated from few Swedish born patients [152]. A study 

conducted on 391 HBsAg positive samples donated for blood transfusion purpose in five 

regions of Ethiopia showed that genotype A was predominant, followed by genotype D. The 

sub-genotype A1 and four D sub-genotypes, D1, D2, D4 and D6, were also reported [153]. 

HBV serotypes showed that adw2 was the leading serotype, followed by ayw2 and ayw3 [154]. 

Genotypes are linked with clinical and treatment outcomes: for instance genotype A and B 

showed a better HBsAg clearance; genotypes C, D and G showed a poor response to IFN-  

treatment and genotypes C, D and F had a more significant association with HCC as compared 

with other genotypes [151].   

1.4.2 Pathogenesis of HBV infection 

Initial HBV infection could be symptomatic or asymptomatic; most infections are self-limiting 

in immunocompetent adults, but 5% of these individuals will develop persistent or chronic 

HBV infection. The proportion of chronic infections varies with the age of infection; 80-90% of 

infants are infected vertically at birth or horizontally during the first year of their life and 30-

50% of children infected before the age of 6 years develop chronic HBV infection [140]. 

Cellular and humoral immune responses are responsible for successful clearance of HBV 

infection, although the detailed clearance mechanism is yet not well defined [155]. The virus is 

non-cytopathic; however, liver injury and related clinical manifestations are triggered by 

immune-mediated responses of the hosts [156]. HBV infection of hepatocytes is mediated by 

the interaction of sodium taurocholate co-transporting polypeptide (NTCP) and the pre-S1 
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region of the HBV surface protein [157]. Upon entry of the virus into the host cell, the partially 

double stranded (relaxed circular) viral DNA is repaired to form a covalently closed circular 

DNA (cccDNA) which will be integrated into the hepatocyte genome (Figure 3). Viral cccDNA 

serves as template to form pre-genomic ribonucleic acid (pgRNA) and all viral transcripts; the 

virus uses its own reverse transcriptase to form the HBV DNA genome from pgRNA. Another 

key feature of cccDNA is its ability to persist in the host and to resist current anti-HBV 

treatments [156, 158, 159]. 

 

Figure 3. Schematic representation of the HBV life cycle in human hepatocytes. The steps 

shown in the figure are: HBV virus entry into an hepatocyte, uncoating of the virus particle, 

transport of the nucleocapsid to the nucleus, repair of relaxed circular DNA to form cccDNA, 

integration, transcription, translation, encapsidation, reverse transcription, partially circular + 

DNA formation, assembly and release [156, 158-160]. cccDNA: covalently closed circular 

DNA; pgRNA: pre-genomic RNA; Ags: antigens (HBsAg and HBeAg). 

The average incubation time of hepatitis B virus is 75 days but may vary between 30-180 days 

[140]. The HBsAg and IgM antibodies against the HBV core (anti-HBc IgM) are detected in the 
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blood of HBV infected individuals [161]. The presence of hepatitis B e antigen (HBeAg) 

indicates virus replication and infectivity; transition from the presence of HBeAg to anti-HBe 

seroconversion reflects the transition from active phase to inactive phase of infection [162]. In 

the chronic phase of infection, 6 months after initial encounter with the virus, the HBsAg can be 

detected although the HBeAg may not be in circulation [140]. The outcome of HBV chronic 

infection varies between patients, with the majority being asymptomatic without any liver 

damage [163]. Co-infections with other viruses [HIV, Hepatitis C virus (HCV), Hepatitis D 

virus (HDV)], age, family history and alcoholism are some of the risk factors which contribute 

to the progression of chronic HBV infection to fibrosis, cirrhosis or HCC [164].  

Toll-like receptors (TLRs) ensure a first line of defence against viral infection.Upon injection of 

TLR ligands into mice activation of TLRs takes place with induction of cytokines which inhibit 

HBV replication; accordingly, activation of TLRs may be a future treatment strategy for chronic 

HBV infection [165]. Interferon (IFN)- produced by DCs, and IFN- released from Natural 

Killer (NK) cells, NK T cells and Kupffer cells and interleukins (IL-12 and IL-18) are important 

for viral control without damaging hepatocytes [163, 166]. B and T (CD4+ and CD8+) cells 

play a pivotal role in the control of HBV infection and determine its outcome as illustrated in 

Figure 4 [167]. Cytotoxic CD8+ T cells are critical for rapid clearance of virus harbouring cells 

during acute HBV infection. As a proof of this, HBV DNA was at its pick when chimpanzees 

were treated with an anti-CD8 antibody; the re-appearance of CD8+ T cells led to a decline in 

viremia and reduced risk of disease progression [168]. HBV infected individuals who mounted 

a high HBV-specific CD8+ T cell response during acute infection showed a decline in HBV 

DNA and HBeAg levels, and liver function assays returned to normal levels [169]. The 

frequency of HBV-specific CD8+ T cells was reduced after recovery from acute HBV 

infection; however, the limited number of HBV-specific CD8+ T cells observed in patients at 

the chronic phase of the disease [170] strengthen the role of CD8+ T cells in viral clearance. On 

the other hand, CD8+ T cells can cause liver damage in the process of clearing the virus and T 

cell responses are exhausted in the chronic phase of HBV infection [163]. These exhausted 

CD8+ T cells have impaired cytokines’ production and express multiple inhibitory receptors 

including programmed cell death-1 (PD1) and cytotoxic T lymphocyte-associated antigen-4 

(CTLA-4) [171].   



 16 

 

Figure 4.  Schematic presentation of immune responses to HBV infection of human hepatocytes. 

Components of the innate immunity, including NKT cells and macrophages, recognize infected 

cells and induce cytokines which will control HBV replication without damaging the 

hepatocytes. Antigen presenting cells (APCs) capture, process and present HBV peptides in the 

context of MHC-I to CD8+ T cells or MHC-II to CD4+  T cells. Activated HBV specific CD8+ 

T cells interact with infected cells and directly kill them through release of perforin and 

granzymes or antiviral cytokines like IFN-  and TNF [156, 158-160, 167]. IFN- interferon-

gamma; APCs: antigen presenting cells; MØ: macrophage. 

1.4.3 HIV-1 and HBV co-infection  

HIV-1 and HBV share the same route of transmission and a higher prevalence of HBsAg or 

anti-HBc can be detected in co-infected than mono-infected individuals [172]. Both viruses 

aggravate the negative effects of the infections and are known to cause chronic illness, cancer 

and death [3]. HBV vaccine response was low in HIV-1 infected individuals and the chance of 

reverse-seroconversion was also high in these vaccinated, HIV-1 infected people [173]. CD8+ 

T cells are both responsible for virus clearance and pathogenesis in HBV infection; however, as 
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impaired CD8+ T cells were reported during HIV-1 infection the likelihood of clearing acute 

HBV infection is very low in HIV-1 infected people [168, 174]. Co-infected individuals showed 

elevated levels of HBV DNA and HBeAg, and the risk of developing chronic HBV was six-fold 

higher as compared to the mono-infected counterpart [3, 172, 173]. The progression rate to 

cirrhosis and/or HCC is much faster, and liver related mortality is more common, in co-infected 

individuals [175].   

1.4.4 Treatment of HBV infection 

The goal of HBV treatment is to reduce morbidity and mortality related to liver diseases by 

suppressing HBV DNA, improving liver histology and normalizing liver enzymes [176]. A 

complete cure means eradication of cccDNA from all infected hepatocytes without reactivation 

when the patient is off-treatment; nevertheless, there is a gap in chronic HBV infection cure 

strategy due to persistence of cccDNA in the hepatocytes [176, 177]. The most common drugs 

for the treatment of chronic HBV infection are IFN and direct-acting antiviral agents (DAAs); 

DAAs are easy to administer and have less side effects compared to IFN [176]. DAAs act on 

DNA polymerase (reverse transcriptase) which inhibits HBV DNA synthesis. Meanwhile, 

entecavir and tenofovir are the most efficient nucleos(t)ides analogs (NUCs) for the treatment of 

chronic HBV infection [178]. IFN induces the release of intracellular enzymes which degrade 

viral messenger RNA and inhibit protein synthesis; pegylated IFN- -2a and 2b are common for 

the treatment of chronic hepatitis B [178, 179]. According to the American association for the 

study of liver diseases, pegylated IFN- 2a (for treatment of adults) and IFN- 2b (for children), 

lamivudine, telbivudine, entecavir, adefovir and tenofovir are approved antiviral agents for the 

treatment of chronic HBV [176]. For HIV-1/HBV co-infection, tenofovir, entecavir, lamivudine 

and telbivudine should be considered in the treatment regimen [176]. 

1.5 HEPATITIS B VACCINE  

The use of hepatitis B vaccine has been promoted since the 1980s, based upon reliable results 

from clinical trials. The vaccine has been available since 1982, with 95% efficacy in preventing 

HBV infection and its chronic consequences, and it is the first vaccine against a major human 

cancer [180, 181]. The vaccine is an inactivated product; it is recommended to vaccinate all 

individuals negative for HBV markers, regardless of their HIV-1 status. In 1991, the WHO 

recommended to integrate HBV vaccination into all national immunization programs and by the 

end of 2010, 179 countries had introduced HBV vaccine into their routine vaccination 
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programs. In Africa, the childhood vaccine coverage is about 75% [181] and Ethiopia 

introduced HBV vaccine in 2007 with an initial coverage rate of 73%. In 2016, the Ethiopian 

HBV vaccination coverage rate had increased of 23% compared to 2007, based on childhood 

immunization official report [182].   

1.5.1 HBV vaccine composition  

The HBV vaccines are composed of highly purified HBsAg, a glycoprotein of the outer HBV 

envelope. The first licensed vaccine consisted of HBsAg particles purified from the plasma of 

chronic HBV infected individuals. With the advent of recombinant DNA technology the 

HBsAg gene was inserted into plasmids. The recombinant HBV vaccine is produced using 

yeast and mammalian cells; an adjuvant (aluminum phosphate or aluminum hydroxide) is added 

with thiomersal as preservative. Several yeast species have been used for the expression of 

plasmids, namely Saccharomyces cerevisiae, Pichia pastoris and Hansenula polymorpha. Both 

plasma-derived and recombinant DNA vaccines are safe and elicited protective antibodies after 

three or four series of vaccine doses. HBV vaccine can be available in a monovalent or in a 

combination form mainly with hepatitis A or with other antigens as pentavalent vaccine 

(diphtheria, acellular or whole cell pertussis, tetanus and Haemophilus influenzae type b) [183-

185]. 

1.5.2 Schedules and dosage of HBV vaccine  

Antibody levels against HBsAg ≥ 10 IU/L after vaccination are considered protective against 

HBV infection [186, 187]. A standard HBV vaccination schedule comprising three doses of 

intramuscular or intradermal injection at 0-1-6 months is most common world-wide [188-192]. 

However, in HBV hyperendemic countries and in high risk individuals such as injection drug 

users, prisoners, homeless, travelers and immunocompromised people an accelerated HBV 

vaccination schedule is recommended since it prevents horizontal infection and increases the 

vaccine compliance and coverage [193]. The other advantage of accelerated schedule is the 

ability to elicit higher levels of anti-HBs compared to a standard vaccination schedule [194, 

195]. The schedules for accelerated HBV vaccination can be 0-1-2 months or super rapid 0-7-

21 days; a fourth dose was also recommended at 12 months to slow down the rapid decline of 

anti-HBs antibodies [194]. However, a similar HBV vaccine response rate was achieved in 

standard and accelerated HBV vaccinations [196-198]. 



 

 19 

The recommended dosage for HBV vaccination is 10 mcg (children) and 20 mcg (adults); 

increasing the dosage might induce better response in HIV-1 infected patients and individuals in 

hemodialysis. To prevent repeated exposure to HBV, intramuscular administration of 40 mcg 

HBV vaccine in deltoid muscle increased vaccine response and protection levels in 

hemodialysis patients [199]. In a study conducted to address HBV vaccine response among 

non-responders HIV-1 infected patients, a high-dose (40 mcg) revaccination was administered 

and the response rate was 66.7% [200].   

1.5.3 Longevity of HBV vaccine responses 

Protection following HBV vaccination is measured using plasma anti-HBs levels which last up 

to 22 years after completing full vaccination doses [201, 202]. It was shown that the levels of 

anti-HBs decline over the years; however, the anamnestic anti-HBs antibody response protected 

the individual from infection upon exposure to HBV during transfusion [203]. Revaccinating 

individuals who lost protective HBV antibodies after receiving HBV vaccination at birth has 

proven this concept; upon booster with a single dose of HBV vaccine a rapid increase in the 

levels of anti-HBs antibody occurred indicating a persistence of a long-term immune memory to 

HBV. This process (anamnestic response) is defined as at least a 4-fold increase in anti-HBs 

antibody concentration after 1 month post-challenge [191, 201, 204-209]. Booster doses should 

be considered for higher risk and immunocompromised individuals.   

1.5.4 HBV vaccine response in HIV-1 infected individuals  

The rate of HBV vaccine response is variable among HIV-1 infected individuals; however, poor 

responses, a rapid decline in anti-HBs levels after a few years from vaccination and/or 

unresponsiveness to the vaccine are the major issues in this group of patients [194]. Numerous 

factors have been associated with impaired vaccine response in HIV-1 infection; low CD4+ T 

cells and high HIV-1 viral loads are some of the main reasons [210]. Moreover, HEU infants 

also show defective humoral and cellular immune responses to infection and childhood 

vaccinations [211-213]. A study conducted in Latin America and the Caribbean showed that 

perinatally HIV-1 infected children had very low (21%) anti-HBs levels after four years from 

HBV vaccination compared to HEU (38%) children. Vaccine response was associated with the 

timing of ART initiation, maintenance of the memory B cell response, but was not linked with 

CD4+ T cells count and viral load [214]. A better vaccine response was recorded from HIV-1 

infected children with CD4+ T cells count higher than 350 cells/ l and viral load below 40 
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RNA copies/ml [215]. In Thailand, HIV-1 infected children who had anti-HBs below protective 

levels were revaccinated at 0, 2 and 6 months; 92% of the HIV-1 infected children responded to 

the HBV vaccine and the main reasons for this high HBV vaccine response rate were successful 

treatment with ART for 31 months before vaccination and HIV-1 RNA copies below detection 

limits at the time of vaccination [216]. In Cameron, HEU and healthy controls had a similar 

HBV vaccine response rate; the levels of anti-HBs were however significantly different 

between the groups with 37% of HIV-1 exposed (infected and uninfected) and 61% of healthy 

controls displaying anti-HBs above 10 IU/L (protective-response) [217]. Moreover, 43% of 

HIV-1 exposed exhibited low levels (1-9 IU/L) of anti-HBs compared to 21% healthy controls.  

On the other hand, HIV-1 infected children displayed either an insufficient (56%) or a 

protective (20%) response [217]. The longevity of anti-HBs in HIV-1 infected children varies 

with the time of sampling from the last vaccination; at 5.7 years only 24% of children 

maintained protective anti-HBs [218] and at 9.6 years 1% [219]. Table 1 summarizes the HBV 

vaccine response among children and adolescents (HEU, HIV-1 infected and healthy controls) 

in different parts of the world.  

Ray and colleagues showed that doubling the HBV vaccine dosage improved the response rate 

of non-responder HIV-1 infected participants [220]. Another study conducted in HIV-1 infected 

adults reported a higher HBV vaccine response in double dose recipients as compared to 

standard dose [221]. A meta-analysis study revealed a different response rate in double dose 

HBV vaccine recipients with non-responders showing an excellent response to double vaccine 

dose [9]. Intradermal vaccination in celiac patients elicited higher anti-HBs compared to the 

intramuscular route [222]. Similarly, HIV-1 infected individuals exhibited a better response to 

intradermal vaccination compared to standard dose intramuscular injection [223]. In summary, 

regular monitoring and booster doses may slow down the rapidly declining anti-HBs levels in 

HIV-1 infected individuals.  
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Table 1: HBV vaccine response in HIV-1 infected, HIV-1-exposed uninfected and healthy control children from different parts of the world  

References Country  HBV Vaccine response rate ART status Age 

[214] Latin America 20.9% HIV-1 infected and 37.8% HEU 60.2%  0-11 months HEU, 5-51 

months HIV-1 infected 

[224] Morocco 76% HC and 29% HIV-1 infected  71.4%  10 months to 10 years  

[225] South Africa  61.1% HC and 15.8 HIV-1 infected All  5 - 15 years 

[217] Cameroon 60.71% HC, 51.72% HEU and  

20% HIV-1 infected 

All  6-47 months 

[226] India  94% HIV-1 infected (DD)  81.8%  Under 15 years 

[6] Italy 30.8% HIV-1 infected 94.8%  6-28 years 

[227] The Netherlands  97% HIV-1 infected 89%  1-16 years  

[215] Rwanda 71% HIV-1 infected All  9.3-14.2 years 

[228] Tanzania  59.5% HIV-1 infected 52.8%  1-10 years 

[219] Thailand 1% HIV-1 infected All  7.1-12.1 years 

[229] Tanzania  74.3% HC and 25.7% HIV-1 infected None  2-59 months  

HC: healthy controls; HEU: HIV-1-exposed uninfected; DD: double dose
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1.6 T AND B LYMPHOCYTES IN VACCINE RESPONSES 

Most vaccines induce strong, potent and long lasting immune responses which will enable the 

host to neutralize pathogens and control the pathogenesis of infectious diseases. Protein 

vaccines, including HBV vaccine, elicit strong T-cell dependent responses after administration 

into the skin. APCs (DCs, monocytes, macrophages) capture and process the antigens [230, 

231]; they migrate from the skin to draining lymph nodes through lymphatic vessels where they 

can present peptides in the context of the major MHC complex to T cells [230]. For the 

generation of long-lasting memory to vaccines, migration of T and B cells to the secondary 

lymphoid tissues and interaction of these cells in the GC is critical. B and T cells interaction in 

the GC generates memory B lymphocytes, which contribute to the rapid and effective response 

occurring upon antigen re-exposure, and long lived plasma cells, which ensures the 

maintenance of protecting levels of vaccine specific antibodies for many years [232, 233].  

Naïve T lymphocytes, both with CD4 helper function and CD8 cytotoxic function, express a T 

cell receptor (TCR) and co-receptors which recognize cognate antigen peptides presented either 

within the major MHC-II molecule on the surface of APCs for CD4+ T cells or MHC-I on any 

nucleated cells for CD8+ T cells [234]. T helper (Th) cells can be divided into Th1, Th2, Th17, 

Th9, Tfh and T regulatory (Treg) based on the expression of the different cytokines which they 

produce. The differentiation of specific types of T cells are regulated through transcription 

factors and cytokines present at the immunological synapsis [235, 236]. Each subtype is 

governed by the following cytokines: Th1 by IL-12, Th2 by IL-4, Th17 by transforming growth 

factor (TGF)-β, IL-1β, IL-6, IL-21 and IL-23, Th9 by TGF-β + IL-4, Tfh by IL-21, IL-12, IL-23 

together with TGF-β and Treg by TGF-β. Specific subsets of T helper cells are known to have 

master transcriptional regulators: T-box transcription factor (T-bet) for Th1, GATA-binding 

protein 3 (GATA-3) for Th2, retinoic acid receptor-related orphan receptor-γt (RORγt) for 

Th17, Interferon-regulatory factor 4 (IRF-4) and PU.1 for Th9, B cell lymphoma 6 (Bcl6) for 

Tfh and forkhead box P3 (FOXP3) for Treg cells [236-240].  

CD4+ T cells expressing C-X-C chemokine receptor type 5 (CXCR5) provide help to B cells in 

the lymphoid follicles to differentiate into plasma cells and memory B cells [241, 242]. The 

expression of CXCR5 promotes the migration of cells towards chemokine C-X-C ligand 13 

(CXCL13) in the B cell follicles and down-regulates the expression of the C-C chemokine 

receptor type 7 (CCR7) to facilitate localization in the follicles [241, 242]. Memory CD4+ T 
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cells, sorted by CXCR5 expression, upon stimulation with anti-CD3 expressed lower levels of 

IL-10, IFN-γ and IL-4 compared to Treg, Th1 and Th2 cells, respectively. This finding 

suggested that CXCR5+ cells are a distinct population of T cells; this concept was also 

strengthened by the observation that CXCR5+ T cells, when co-cultured with B cells, induced a 

15 fold increase in IgM production compared to CXCR5- T cells [241]. Tonsillar CXCR5+ T 

cells are activated cells with effector function; peripheral CXCR5+ T cells, however, are in a 

resting state and have a weak migration capacity [241, 242]. In 2009, Bcl6, the lineage defining 

transcription factor for Tfh cells, was discovered as Bcl6 deficient mice showed a defect in Tfh 

cells development and impaired GC reactions [243-245].   

B-lymphocytes are the central element for humoral immunity and are responsible for antibody 

production in response to pathogens and vaccinations. After development in the bone marrow, 

mature naïve B-cells re-circulate to secondary lymphoid organs and, in response to antigen 

activation, they differentiate into memory B cells and plasma cells [232]. Activated B cells 

migrate to the T-B cells border to receive co-stimulatory signal from CD4+ T cells; the fate of 

activated B cells can either be to differentiate into antibody-producing cells through an extra-

follicular pathway or migrate to GC [246]. Antibodies generated through the extra-follicular 

pathway are important for rapid protection and the main pathway of antibody production 

against polysaccharide bacterial capsules or polysaccharide vaccines [247, 248]. GC B cells 

upregulate Bcl6 which controls GC reaction and regulates survival of B cells [249]. The 

expression of CXCR4 by GC B cells maintains their localization in the dark zone where their 

ligand CXCL12 is highly expressed; stromal cells are the main source of CXCL12 [250]. In the 

final phases of proliferation and somatic hypermutation (SHM) in the dark zone, GC B cells 

upregulate CXCR5 and migrate from the dark zone into the light zone where there is a higher 

CXCL13 concentration [250]. In addition to antibody production, B cells are efficient antigen 

presenters and can stimulate CD4+ T cells. They also produce cytokines such as IL-2, IL-6, IL-

10, IFN-γ and TNF-α which play a vital role in controlling allergies, autoimmunity, 

malignancies and infections [251, 252].   

1.6.1 Differentiation and maturation of Tfh cells 

Differentiation of Tfh cells is a multi-stage process initiated by the cognate interaction of DCs, 

antigen presenter, with naïve CD4 T cells in the secondary lymphoid tissues; this process takes 

place in the T cell zone. A basic helix–loop–helix (bHLH) transcription factor called achaete-

scute homologue 2 (Ascl2) is necessary for the initial stage of development of pre-Tfh cells. A 



24 
 

study conducted in mice showed that the expression of Ascl2 leads to upregulation of CXCR5 

and down-regulation of CCR7 expression; these events initiate the migration of naïve T cells 

from the T cell zone to the B cell follicle [253].  

Following the initial step of CD4+ T cell commitment into the Tfh cell lineage mediated by 

Ascl2, the upregulation of the Bcl6 transcription factor is associated with further differentiation 

of Tfh cells which includes high CXCR5 expression. The cytokines produced by DCs, 

including IL-12 and IL-23, are a driving force for Bcl6 expression and Tfh cells’ development 

in humans [254]. In vitro experiments showed that stimulation of human CD4+ T cells with 

anti-CD3 and anti-CD28 promotes CXCR5 and Bcl6 expressions in presence of cytokines. Bcl6 

expression is time dependent and a higher Bcl6 induction was found when IL-12 plus TGF-β, or 

IL-23 plus TGF-β are provided in culture when compared to IL-12 alone. The expression of 

Bcl6 is further enhanced by the addition of IL-1β and IL-6 also produced by DCs [240]. 

Immunization of Bcl6 knockout mice with keyhole limpet hemocyanin (KLH) protein did not 

result in the upregulation of expression of CXCR5 on T cells and GC B cells; however, they 

expressed elevated levels of Th1 (IFN- ), Th2 (IL-4) and Th17 (IL-17) cytokines. Likewise, in 

Bcl6 knockout mice, the expression of genes responsible for Tfh cells development was highly 

diminished but the Th1, Th2 and Th17 related genes were elevated [244]. T cells of Bcl6 

deficient mice differentiate into other lineages and develop spontaneous Th2 inflammation 

which leads to myocarditis and pulmonary vasculitis; elevated IL-4 and IL-17 expression levels 

were measured in T cells of these mice [255-257].  

Bcl6 gene upregulation represses the expression of transcription factors for other subsets of T 

helper cells in a DNA binding dependent manner [244]. Binding of Bcl6 to the promoters of 

transcription factors important for development of Th1 and Th17 cells suppressed the 

production of IFN-γ and IL-17 cytokines, respectively [245]. Bcl6 is also important to induce 

Treg cells in the follicles, known as T follicular regulatory (Tfr) cells, which maintain 

homeostasis of immune cells in the GCs. In the absence of Bcl6, the frequency of Tfr cells is 

reduced and the localization of cells in the GC affected, whereas the distribution of Th1, Th2 

and Th17 was not changed [258]. Thus, Bcl6 expression is vital for Tfr cells function and Tfr 

cells control inflammation mediated by Th2 cells.  

Ascl2, Bcl6 and CXCR5 upregulation is sufficient for the development of pre-Tfh cells and 

migration of Tfh cells to the T–B cell border for cognate interaction with B cells. However, 

additional factors are required for Tfh cell survival and to complete their differentiation. 
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Inducible costimulator (ICOS) is a member of the CD28 family which is expressed on Tfh cells 

and controls the migration of pre-Tfh cells into the B cell follicle. This effect of ICOS is 

dependent on the binding of ICOS ligand (ICOSL) expressed on follicular B cells which do not 

carry antigens. Tfh cells and GC development is impaired in the absence of ICOS ligation with 

ICOSL. ICOS deficient mice cannot upregulate CXCR5 expression on CD4+ T cells and, 

accordingly, the migration of these cells into the B cells zone is impaired. ICOS expression is 

therefore important for the establishment and maintenance of the Tfh cells phenotype; in the 

absence of ICOS, the Tfh cell phenotype is reverted [259, 260].  

1.6.2 B cells maturation  

Humoral immune responses can be T cell independent (towards polysaccharide antigens) or T 

cells dependent (towards protein antigens). Polysaccharide (PS) vaccines induce a poor immune 

response and lack efficacy compared to protein vaccines [261]. Marginal zone (MZ) B cells and 

IgM antibodies are critical for T cell independent responses; there is no SHM due to lack of GC 

formation upon exposure to, or vaccination with, polysaccharide antigens. MZ B cells carry 

poly-reactive B- cell receptors (BCRs) and they act like innate immunity components against 

encapsulated bacteria [262, 263]. Because of their intense and rapid response to capsular 

antigens, MZ B cells are a bridge between early innate and adaptive immunity. MZ B cells 

generate short-lived and low-affinity plasma cells through the extra-follicular pathway without 

inducing memory B cells [264, 265]. Conjugation of polysaccharide antigens with protein 

converts T cell independent (TI) to T cell dependent (TD) responses; the pneumococcal 

polysaccharide-protein conjugate vaccine (PCV) is the best example in this context [261, 266].  

T cells provide help to B cells to generate high-affinity memory B cells and long-lived plasma 

cells; these events require the formation of the special GC microenvironment [246, 248]. B cells 

development is initiated in the secondary lymphoid tissue where they recognize unprocessed or 

processed antigens with their BCRs [267]. Activated B cells express co-stimulatory molecules, 

upregulate CCR7 and present antigen within the MHC-II for cognate interaction with T helper 

cells at the T-B cells border; this process helps B cells to undergo proliferation and 

differentiation into GC B cells [268, 269]. Migration of B cells and interaction with T cells in 

the GC is a bi-directional activation signals which helps differentiation and affinity maturation 

of B cells [248, 269].  
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1.6.3 Germinal center formation  

GCs are transient micro-environments of secondary lymphoid tissues where B cells undergo 

SHM which leads to differentiation into memory B cells and the production of high-affinity 

antibodies [246]. Germ-free animals are devoid of GCs since this structure is formed only 

following response to antigens. When mature B cells meet cognate antigens, after infection or 

immunization, they become activated and upregulate the expression of CXCR5 [270]. GC B 

cells proliferate in the dark zone of the follicle; proliferation facilitates the mutation of antibody 

variable region of the antigen binding segments. During this process, the size of the GC 

increases due to the continuous proliferation of B cells which are now defined as centroblasts. 

Centroblasts migrate to the light zone to become centrocytes; this step needs interaction of 

centrocytes with FDCs and Tfh cells. In the sparsely populated light zone, B cells interact with 

FDCs and Tfh cells. Centrocytes with higher affinity receive survival signals; cells with low 

affinity migrate back to the dark zone for further SHM where they rearrange their antigen 

binding sites or die by apoptosis. Centrocytes differentiate into long-lived plasma cells or 

memory B cells which ensure a rapid antibody response during secondary antigen exposure 

[246, 248].  

The interaction between Tfh and B cells is governed by costimulatory molecules and cytokines 

(Figure 5); these include ICOS−ICOSL, CD28−B7, CD40L−CD40, Signaling Lymphocytic 

activation molecule (SLAM)-associated protein (SAP)−CD84, PD1−PDL1, IL-21−IL-21R and 

IL-4−IL-4R [271-276]. Impaired GC reaction and formation were observed in the absence of 

these signaling pathways. ICOS and CD28 are related co-stimulatory molecules which 

modulate Tfh cells proliferation and differentiation [272, 274, 275, 277]. Patients with ICOS 

deficiency present with a severely reduced frequency of peripheral (p)Tfh cells suggesting a 

critical role for ICOS in differentiation of Tfh cells [278]. CD28 is important for differentiation 

and maintenance of Tfh cells as shown by the finding that mice lacking CD28 expression show 

a limited Tfh cells differentiation and present with a reduced ICOS expression [279]. CD40L 

(CD154) is necessary for the maintenance of GC and memory B cells generation [272]; patients 

with deficiency in CD40L expression showed lack of GC formation and a reduced frequency of 

pTfh cells, as also found in ICOS deficient patients [278]. SAP knockout mice had profound 

defects in GC formation and maintenance of Tfh cell differentiation; defective IL-4 and IL-21 

was also observed in these mice [280, 281]. PD1 is an inhibitory molecule which is elevated 

during viral infection; absence of PD1 expression leads to the defective generation of long-lived 



 

27 
 

plasma cells and reduced IL4 and IL21 expressing genes [282]. Tfh cells produce IL-4 and IL-

21 and regulate GC responses [283].     

 

Figure 5. Germinal center (GC) reaction and GC B cell differentiation to memory B and 

plasma cells. B cells can differentiate to plasma cells extra-follicularly, or migrate to the dark 

zone of the GC where they proliferate and undergo somatic hypermutation (SHM) which 

rearranges the variable regions of the antigen binding sites. Thereafter B cells migrate to the 

light zone of the follicle where they interact with Tfh cells and FDCs to receive survival signals 

and differentiate into memory B cells and antibody-producing cells. Tfr cells are important to 

control Tfh cells and GC formation; they also control the development of autoimmunity [247, 

273, 284, 285]. Ab: antibody; Ag: antigen; DZ: dark zone; LZ: light zone; TCR: T cell 

receptor; BCR: B cell receptor; DC: Dendritic cell; FDC: follicular dendritic cell; Tfh cells: T 

follicular helper cell; Tfr cell: T follicular regulatory cell; GC B cell: germinal center B cell; 

IL: interleukin.  

The GC reaction is controlled by special cells called Tfr cells, subset of regulatory T cells [286]. 

Tfr cells (CD4+CXCR5highPD1highFoxp3+) share the characteristics of both Tfh and Treg cells. 

Tfr cells express both Blimp-1 and Bcl6; Blimp-1 is known to down regulate transcription 

factors of Tfh cells [287]. Tfr cells differentiate and proliferate in response to immunization or 
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infection to regulate the size of GC and the magnitude of antibody response [287, 288]. Mice 

deficient in Tfr cells showed a higher magnitude of GC reaction and increased antibody 

production; adoptive transfer of Tfr cells limited GC reactions and the serum antibody levels 

[288, 289]. A study conducted in mice elucidated [290] that Tfr cells regulated Tfh cells 

through PD1/PDL1 signaling; PD1 deficient mice had a higher frequency of Tfr cells. In vitro 

co-culture of B and Tfh cells in presence of Tfr cells showed a significant suppression of IgG 

production due to attenuation of responder cells [290].  

1.6.4 The role of Tfh and B cells in vaccine response  

Vaccines are the best measure to protect people from communicable diseases. Childhood 

vaccines provide protection by eliciting antibodies which can neutralize pathogens. Current 

available vaccines save billions of life; however, we still need to improve the existing vaccines 

and search for new vaccines for deadly pathogens including HIV-1, Hepatitis C virus, Zika 

virus, Plasmodium falciparum and Mycobacterium tuberculosis. The response to vaccines 

varies with the immunological status, gender, age and genetic background of the individual, in 

addition to underlying diseases and type and manufacturing of vaccines [291]. 

Improving GCs reaction will help GC B cells to undergo extensive proliferation and increase 

the antibody diversity through SHM. A study done to assess the role of IL-7 treatment in 

influenza vaccine response found that the frequency of vaccine specific Tfh cells was enhanced 

upon co-delivery of the vaccine with IL-7 fused to the mouse Fc portion (IL-7-mFc); there was 

no effect of this compound on other subsets of T cells. The enhanced frequency of Tfh cells 

increased the frequency of GC B cells, as compared with vaccine delivery alone. Blocking IL-7 

alone, or in combination with Tfh differentiation cytokines IL-6 and IL-21, significantly 

reduced the frequency of Tfh cells. In addition, mice vaccinated after CD4+ T cells depletion 

were unable to generate IgG responses in presence of IL-7, illustrating the crucial role of CD4+ 

T cells for differentiation of Tfh cells, GC formation and for eliciting high IgG production 

[292]. A study conducted to assess the adjuvant effect of IFN-α noted the capacity of IFN-α to 

induce Tfh cells expansion and enhance GCs formation [293].  

Several studies showed that memory Tfh cells found in blood are representative of the Tfh cells 

found in lymphoid tissue [294, 295]; thus studying pTfh cells represents a possible approach to 

understand the immunology of tissue Tfh cells. The frequency of pTfh cells is associated with 

vaccine response and, interestingly, an increase in ICOS+PD1+CXCR3+ Tfh cells correlated 
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with antibody avidity after vaccination with influenza trivalent inactivated vaccine [296]. 

Influenza vaccines significantly increased the frequency of circulating plasmablasts 

(CD19+CD20-CD38+ cells) and high antibody levels persisted for 6 months; interestingly, the 

frequency of IL-21+ICOS+ Tfh cells correlated with hemagglutination inhibition (HAI) titers 

[297]. Another study on influenza vaccination also indicated that the frequency of 

ICOS+CXCR3+ Tfh cells correlated with influenza specific antibody responses [298]. A 

clinical trial for a new vaccine to control Ebola virus outbreak analyzed the immune responses 

to a recombinant vaccine candidate (rVSV-ZEBOV); it was shown that the frequency of Tfh 

cells increased after 28 days of vaccination and Th17-like Tfh cells significantly increased after 

vaccination compared to Th1- or Th2-like Tfh cells [299].  

The plasma CXCL13 reflects GC activities and correlates with generation of specific antibodies 

[300]. This finding could be of help to monitor vaccine responses in lymphoid tissue of humans 

which are otherwise inaccessible for large clinical studies. However, higher CXCL13 plasma 

levels are reported in various pathological conditions of humans including immune 

thrombocytopenia [301], Systemic lupus erythematosus (SLE) [302], rheumatoid arthritis [303], 

idiopathic pulmonary fibrosis [304] and HIV-1 infection [305, 306]. Therefore, antibody titers 

to vaccine currently remain the best validated correlate of protective immunity after vaccination 

[307]. As alluded to above, Tfh cells are important for vaccine response by enhancing GC 

formation and production of high affinity antibodies.  

1.7 VACCINE RESPONSES AND TFH CELLS IN HIV-1 INFECTION 

Responses to immunizations are complex, requiring communication between several immune 

cells which develop during the first year of life [308, 309], a process which may be 

quantitatively and qualitatively affected by HIV-1 infection. Since HIV-1 infection is primarily 

a disease of lymphoid tissues and causes massive destruction of CD4+ T cells, these 

pathological features may not be completely restored by ART [310]. Tfh cells expressed higher 

levels of PD1 in lymph node tissue from HIV-1 infected individuals; elevated cellular PD1 

levels inhibited ICOS expression and the secretion of IL-4 and IL-21 cytokines [311].  

The frequency of blood memory B cells was significantly reduced in HIV-1 infected subjects, 

in both ART-naïve and treated individuals. The decline of memory B cells correlated to 

reduction of antibody titers against measles, tetanus and pneumococcus in HIV-1 infected 

patients compared with healthy controls [312-314]. Timing of ART initiation is the major factor 
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predicting the longevity of B-cell responses to routine childhood vaccines in HIV-1 infected 

children [315]. The results from the latter study showed that initiation of ART in HIV-1 

infected children within the first year of life permits the normal development and maintenance 

of memory B-cells. On the contrary, the frequency of memory B-cells and the level of 

antibodies to a specific vaccine were remarkably reduced in children treated later with ART 

[315]. Experiments conducted in macaques infected with SIV have however indicated that 

depletion of memory B cells from the blood may be due to an increase in homing of these cells 

to lymphoid tissues during the acute phase of infection followed by apoptosis in lymphoid 

tissues, the latter process mediated by death receptors [316]. The presence of HIV-1 infection 

from birth may completely redirect the immunological process aimed at generating high affinity 

antibodies and serological memory.  

In spite of ART, HIV-1 persists in cellular reservoirs which are mostly represented by resting 

central memory T cells [317]; it has yet not been studied whether the size of the HIV-1 reservoir 

has an influence on the response to childhood vaccines in HIV-1 infected children. Other 

pathological mechanisms taking place during HIV-1 infection, including abnormal immune 

activation which persists to some level in spite of ART, may affect response to vaccines in 

children and adults infected with HIV-1.   

1.7.1 Impaired B cell distribution and function during HIV-1 infection 

B cells play a crucial role in mounting humoral immunity during infections or vaccinations. 

They can also efficiently present antigens in the context of MHC-II to CD4+T cells and direct 

the CD4+ T cells response towards Th1/Tfh cells [318]. Functional impairment and alteration in 

the distribution of B cells have been reported during HIV-1 infection [319-322]. Even though 

there is no evidence of direct HIV-1 infection of B cells, the virus can bind to mature B cells 

through complement receptor 2 (CR2) or CD21; this interaction may promote B cell activation 

by the virus and help virus transfer to T cells while B cells travel to the tissue [323]. The defects 

in the frequency and quality of B cells in HIV-1 infection vary with the treatment status, but are 

more pronounced in treatment naïve compared to ART treated patients [321, 324, 325]. A 

higher frequency of immature transitional B cells in circulation was described in HIV-1 infected 

children and adults; these cells have a weak proliferation capacity upon stimulation with anti-

IgM [326-328]. An increase in tissue like- and activated memory B cells, accompanied by a 

decline in naïve and resting memory B cells, are other immunological features of HIV-1 

infected individuals, including perinatally infected children [329]. A reduced frequency of 
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resting memory B cells, regardless of viral load titer, was reported in HIV-1 infected Kenyan 

children; low proportion of pTfh cells were associated with a low proportion of resting memory 

B cells [330]. 

Plasma levels of B cells-activating factor receptor (BAFF), an important molecule for B cell 

maturation and survival, were elevated during acute HIV-1 infection [331, 332] and throughout 

the course of HIV-1 infection [333]. Higher plasma levels of BAFF were also reported in HIV-1 

infected children [334]. However, the expression of BAFF-receptor (R) on B cells was reduced 

in viremic HIV-1 infected individuals thus likely leading to insufficient survival signals 

delivered to B cells [335]. Muema and colleagues reported an increase frequency of B cell 

subsets that expressed low levels of BR3 (also called BAFF-R); elevated plasma BAFF levels 

were associated with BR3 internalization thus probably directly involved in down-regulation of 

BR3 expression [334]. 

In experiments performed to assess the production of immunoglobulins by co-culturing sorted 

pTfh cells and naïve B cells in the presence of staphylococcal enterotoxin B (SEB), the 

production of IgM and IgG was lower in HIV-1 infected patients compared to healthy controls 

[336]. When sorted Tfh cells from lymph nodes were co-cultured with autologous GC B cells in 

the presence of super-antigen, HIV-1 infected cells produced significantly reduced levels of IgG 

compared to cells from controls [311]. Similar results were observed in SIV infected macaques 

when sorted Tfh cells were co-cultured with B cells [311]. Fine needle biopsies of lymph nodes 

revealed that the frequency of GC B cells and plasma cells were significantly higher in ART 

naïve compared to healthy controls [337]. Elevated numbers of plasma cells correlated with 

serum immunoglobulin and contributed to non-specific immune activation [338]. Alterations of 

memory B cell subsets in the lymph nodes were normalized after 72 weeks of ART and the 

aberrant expansion of plasma cells and GC B cells were reduced after treatment [339].  

1.7.2 Tfh and Tfr cells in HIV-1 infection 

Peripheral Tfh cells are affected in frequency and function during HIV-1 infection and this 

impairment is more pronounced in viremic individuals; patients who were successfully treated 

showed similar frequency of pTfh cells as healthy controls. A study conducted in children 

showed that the frequency of pTfh cells (CD4+CD45RO+CXCR5+) was significantly reduced 

in HIV-1 infected individuals compared to healthy controls [329]. The decline in pTfh cells was 

not associated with CD4+ T cells count, viral load, timing of ART initiation and clinical 
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variables. In addition, there was no difference in the frequency of ICOS+ Tfh cells between 

HIV-1 infected and healthy controls [329]. A study conducted with samples collected during 

seasonal flu vaccination showed that the proportion of pTfh (CD4+CD45RO+CCR7+CXCR5+) 

cells was similar in HIV-1 infected children and age matched healthy controls [340]. The genes 

ABCB1, DUSP4, BST2, SAMHD1 and IL21 induced from CD4+ T cells are important for 

pTfh cells proliferations and strongly associated with the production of influenza specific, high 

affinity antibodies in the responder group. However, the study also suggested that CD4+ T cells 

induced genes (FAS, CCR5, LAG3 and IL2) responsible for inhibition of pTfh cells´ 

differentiation prior to influenza vaccination in the non-responder group [340]. A lower 

proportion of pTfh cells was found in ART naïve HIV-1 infected individuals compared to 

healthy controls; the frequency of Tfh normalized after 48 weeks of ART treatment [336]. 

Tfh cells and their expression of co-stimulatory molecules were similar between healthy 

controls, chronic aviremic and elite controllers (ECs). However, aberrant antibody production 

was observed in chronic aviremic individuals compared to HC and ECs after Tfh cells co-

culture with B cells, suggesting a defective T-B cells interaction [341]. Co-culture of pTfh with 

autologous B cells induced higher IL-2 production in chronic aviremic compared to ECs and 

healthy controls. IL-2 signaling was reversed by addition of IL-2 antibody in the co-culture 

which inhibited Tbet and Blimp-1 expression in Tfh cells, thus significantly increasing the 

expression of CXCR5 and IgG production [341]. The frequency of pTfh cells (CD4+CXCR5+) 

was similar between ART treated HIV-1 infected adults and healthy controls [342]. After H1N1 

influenza vaccination, co-culture of sorted pTfh cells with autologous B cells supported IgG 

production in HC and HIV-1 infected vaccine responders but not in vaccine non-responders 

[342]. 

Studies showed that abnormal expansion of Tfh cells in the secondary lymphoid organs affected 

the distribution and proliferation of B cells and resulted in defective antibody production. The 

frequency of lymph node Tfh (CD4+CXCR5+PD1+) cells were significantly higher in HIV-1 

infected compared to uninfected controls; this finding was associated with higher expression of 

Bcl6 [343]. HIV-1 specific Tfh cells expressed higher levels of IL-21 in chronic infected 

individuals compared to treated patients [343]. The proportion of splenic Tfh cells was elevated 

in HIV-1 infected individuals and gene expression of signal transducer and activator of 

transcription (STAT)-3, important for full differentiation of Tfh, was reduced in the spleen of 

HIV-1 infected patients compared to healthy controls [344].  
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A study conducted by Colineau and colleagues demonstrated a significantly higher proportion 

of splenic Tfr cells in HIV-1 infected patients and linked the alteration of B cell responses with 

a depressed production of IL-4 and IL-10 by Tfh cells which are necessary for B cells 

maturation [344]. HIV-1 infected individuals had the highest absolute numbers of Tfr cells 

compared to uninfected controls in all section of the lymph nodes, which affected the GC 

reaction and humoral immune responses [345]. A marked increase of Tfh and Tfr cells was 

observed in lymph nodes of chronically SIV infected rhesus macaques compared to acutely 

infected and non-infected animals [346]. The ratio of Tfh cells to Tfr cells was low in chronic 

SIV infection and the frequency of Tfr cells out of Tfh cells was also reduced in SIV infected 

compared to uninfected macaques; this phenomenon may contribute to the increase in the 

frequency of Tfh cells in the chronic phase of the infection [346]. However, a lower frequency 

of Tfr cells was reported in chronic SIV infected macaques and associated with expansion of 

Tfh cell in the lymph nodes [347]. Taking the above points together, defective phenotypes and 

functions of Tfh and Tfr cells during chronic HIV-1 infection were associated with impaired B 

cell frequency and function. 

1.7.3 Tfh cells as HIV-1 reservoirs 

A complete eradication of HIV-1 from the circulation and tissue is still impossible due to the 

persistence of the virus in tissue reservoirs [348, 349]. ART has a low penetration capacity into 

the GCs, as a study showed that intracellular concentrations of ART drugs were low in lymph 

nodes compared to peripheral blood [350]. Moreover, there was a direct correlation between the 

amount of virus bound to FDC and the number of HIV-1 RNA positive CD4+ T cells in the 

tissue, although peripheral blood HIV-1 RNA copies was below the detection limits; these 

findings suggest that there is an ongoing viral replication and production in the tissues during 

ART [350]. Pallikkuth and colleagues performed in vitro activation of sorted pTfh 

(CCR7+CXCR5+) or non-pTfh (CCR7+CXCR5-) cells from healthy donors with 

phytohemagglutinin (PHA) in the presence of green fluorescent protein (GFP) expressing   

HIV-1; pTfh cells were more susceptible to HIV-1 infection compared to non-pTfh cells [80]. 

In cells extracted from the tonsils, GC Tfh cells were more permissive than extra-follicular cells 

for ex vivo infection with GFP expressing HIV-1. Moreover, GC area of the follicles had the 

highest frequency of HIV-1 RNA positive cells compared with the non-GC area in lymph nodes 

collected from ART naïve HIV-1 infected patients without AIDS [351]. Total HIV-1 DNA 

levels were unchanged in pTfh cells after 48 weeks of ART suggesting that pTfh play an 
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important role as virus reservoirs [80]. CCR5-using virus preferentially infected human and 

macaques Tfh cells [352, 353]. In humanized mice, CXCR5+PD1+ Tfh cells exhibited a high 

permissivity to HIV-1 infection and these cells expressed high levels of CCR5 and CXCR3 

[354]. Overexpression of Bcl6 increased the susceptibility of Tfh cells to HIV-1 infection and 

significantly facilitated HIV-1 replication; Bcl6 may thus represent a future target to reduce 

virus reservoirs in the tissues [355].  

The size of virus reservoirs varies with timing of ART initiation; a study conducted by Amu et 

al reported a significantly higher number of HIV-1 DNA copies in PBMCs of late treated 

compared to early treated HIV-1 infected individuals [99]. When the size of virus reservoirs 

was compared between ECs and ART treated HIV-1 infected individuals, a significantly 

elevated number of HIV-1 DNA copies was detected in pTfh cells of ART treated compared to 

ECs suggesting that some unknown mechanism may account for virus clearance in ECs [356]. 

Ultrasound-guided fine needle biopsies collected from inguinal lymph nodes showed that 

frequency of Tfh (PD1+CXCR5+) out of memory CD4+ T cells was higher in ART naïve 

patients compared to healthy controls. The study also confirmed that HIV-1 DNA copies were 

elevated in lymph nodes compared to peripheral blood; this difference was only observed in 

ART naïve but not in treated patients [337]. Samples collected from lymph nodes showed that 

ART naïve individuals had an elevated frequency of Tfh cells compared to healthy controls and 

patients treated with ART for 72 weeks [339]. This study also revealed that Tfh cells 

(CXCR5+PD1+) carried a higher number of HIV-1 DNA copies than CXCR5+PD1- cells and 

that the size of the virus reservoirs was reduced after ART initiation [339]. The expansion of 

Tfh cells correlated significantly with plasma viral load, suggesting a role of Tfh cells in virus 

replication and production [339]. Ex vivo experiments by Miller and colleagues showed that Tfr 

cells were highly permissive for HIV-1 infection compared to Tfh cells when tonsil cells from 

HIV-1 uninfected children were cultured with CCR5-tropic HIV-1 isolates [357]. Thus, early 

initiation of ART reduces the size of virus reservoirs and maintains the integrity of Tfh cells in 

the tissue of HIV-1 infected individuals, which in turn helps GC formation and development 

GC for better immune responses to vaccines.   
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2 CHAPTER II: OBJECTIVES 

The aims of this thesis are:  

 to evaluate the functional and phenotypic properties of Tfh cells in ART treated HIV-1 

infected and healthy control children (paper I)   

 to measure serological and Tfh cell responses to HBV vaccine in HIV-1 infected 

children receiving ART and healthy children with no prior exposure to HBV vaccine or 

infection (paper II)   

 to assess the role of hepatitis B vaccination in reducing the size of HIV-1 reservoirs in 

ART treated children (paper III)   

 to investigate the possible impairment of B cell subsets of HIV-1 infected children in 

relation to HBV vaccine responses (preliminary results)  
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3 CHAPTER III: MATERIALS AND METHODS 

All studies were performed with specimens obtained from HIV-1 infected and healthy control 

children from Addis Ababa, Ethiopia and Stockholm, Sweden. The experiments were approved 

by the AHRI/ALERT Ethical review committee, National Research Ethics Review committee 

of Ethiopia and the Ethical committee of Karolinska Institutet. The study purpose, benefit and 

possible discomforts were clearly explained to the parents and then written informed consent 

was collected. Blood samples were collected by experienced nurses, to minimize the discomfort 

and pain during sample collection.  

Study participants and cohorts  

Study I 

A cross sectional study was conducted between 2013 and 2014; 48 HIV-1 infected and 55 

healthy controls were recruited from All Africa Leprosy, Tuberculosis and Rehabilitation 

Training (ALERT) Center of pediatric ward and Woreda 02/03 clinic, Addis Ababa, Ethiopia. 

Blood samples were collected from children between 2–7 years of age. All HIV-1 infected 

children were on ART and only for 12 children (26.1%) treatment was initiated before 12 

months of age; children received ART for an average period of 37.0 months (range 8–66 

months). Twenty children had HIV-1 RNA copies between 200 and 582000 copies/mL and 

eight of them had a viral load higher than 10000 copies/mL. 

Study II 

This was a prospective cohort study conducted at the Zewditu Memorial Hospital and the 

Pediatric department of ALERT Center in Addis Ababa, Ethiopia. Age matched healthy 

controls were recruited from two childcare centers in Addis Ababa (Muday Charity 

organization and SOS village). HBV vaccine was administrated intramuscularly to a total of 

63 healthy controls and 49 HIV-1 infected children. All HIV-1 infected children were on 

ART for a mean period of 41.8 months. Prior to HBV vaccination, 73.5% (36) of the HIV-1 

infected children had plasma HIV-1 RNA copies below 150 copies/ml and only 18.4% (9) of 

them had over 1000 copies/ml. 
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Study III 

This was a prospective study conducted at Karolinska University Hospital enrolling 22 HIV-1 

infected children (8 males and 14 females) for HAV and HBV vaccination with Twinrix 

(GlaxoSmithKline AB). The median age was 15 years (range 6–18 years). The viral load at 

the time of vaccination was undetectable (<20 copies/mL) and the median CD4+ T cells count 

was 715 cells/μL. All children were on ART and for median length of 7.2 years.  

Preliminary results 

A cross-sectional study was conducted in 54 healthy controls and 53 HIV-1 infected children 

who received hepatitis B vaccination in Ethiopia. The mean age of the healthy controls and 

HIV-1 infected children was similar. The mean CD4+T cell count of HIV-1 infected children at 

the time of sample collection was 942 cells/ l. Fifteen of the HIV-1 infected children were 

naïve for ART and 38 received ART for a mean of 44.6 months. 

Hepatitis vaccination of children (Papers II and III) 

Recombinant DNA (rDNA) Hepatitis B vaccine, which consists of purified HBsAg was 

administered to Ethiopian children (paper II and preliminary results). For the Swedish 

cohort, Twinrix, a combination of vaccines against HAV (inactivated) and HBV 

(recombinant), was administrated intramuscularly (paper III). All children received three 

doses (each of 10 mcg) of vaccine with 4-weeks interval (accelerated vaccination schedule) 

between the doses. There was no severe adverse event reported upon vaccination in both 

study cohorts except that children felt pain at the site of injection.  

Peripheral blood mononuclear cells (PBMCs) isolation (all papers) 

Blood samples were collected at baseline (prior to vaccination) and at 1 and 6 months from 

the last dose of vaccine (papers II, preliminary results and paper III); only one sample was 

collected at one time point for paper I. After the plasma fraction was collected from the 

samples, whole blood was diluted with RPMI-1640 and layered in Falcon™ 15 mL 

Polypropylene conical Tubes which were filled with 3 ml Ficoll-Paque. PBMCs were isolated 

by standard Ficoll-Paque density gradient centrifugation. PBMCs were then cryopreserved in 

liquid nitrogen (-160°C) until needed. In paper I, additional 400 l of whole blood were 
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transferred to standard flow cytometry staining tubes and lysed with red blood cells lysing 

solution prior to B cell immunostainings.  

Plasma HIV-1 viral load determination (All papers and preliminary results) 

RNA was extracted from plasma and HIV-1 RNA levels were measured using Quantitative 

Real-Time HIV-1 assay. 

Measurement of total PBMC HIV-1 DNA (paper III) 

DNA was extracted from PBMC manually with High Pure Viral Nucleic Acid Kit. Light 

Cycler 96 system (Roche) was used to measure total HIV-1 DNA copies in PBMCs.  

Determination of plasma anti-HBs, anti-HAV and CXCL13 titers (paper II, III and 

preliminary result) 

Anti-HBs Monolisa Plus assay (paper II, preliminary results and paper III) and Human 

CXCL13 DuoSet ELISA (paper II) were used to measure the plasma levels of anti-HBs and 

CXCL13 chemokine, respectively. Total (IgG and IgM) HAV antibodies, and IgM on a 

separate test, were measured by electro-chemiluminescence immunoassay (paper III). The 

assays were run according to the instruction provided by the manufacturers and all samples 

and standards were tested in duplicate. 

PBMCs stimulation (paper I and II) 

PBMCs were stimulated with PMA (phorbol 12-myristate-13-acetate) and Ionomycin in the 

presence of Golgistop (paper I). In paper II, PBMCs were cultured with BD FastImmune 

CD28/CD49d costimulatory complex alone or together with the HBsAg protein. At day 5, 

Golgistop was added to all culture conditions to block release of cytokines from cells.  

Flow cytometry (all papers and preliminary results) 

Cells and appropriate antibodies to cell surface molecules were added to standard flow 

cytometry staining tubes. For intracellular staining, surface stained cells were permeabilized 

using BD Cytofix/Cytoperm and stained with monoclonal antibodies. Cells were fixed in 2% 

paraformaldehyde and the samples acquired in LSR-II flow cytometer. 
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4 CHAPTER VI: RESULTS AND DISCUSSION 

4.1 PAPER I: IMPAIRED PHENOTYPE AND FUNCTION OF PTFH CELLS IN 

HIV-1 INFECTED CHILDREN RECEIVING ART 

Tfh cells are critical for GC formation and differentiation of GC B cells to long-lived plasma 

cells and memory B cells. Peripheral Tfh (pTfh) cells are the counterparts of tissue Tfh cells 

[294, 295]. We characterized pTfh based on the expression of CXCR5 among memory CD4+ T 

cells [278]. We also used the expression of CCR6 and CXCR3 chemokine receptors to identify 

Th1, Th2 and Th17-like Tfh cells [358]. Besides, the expressions of ICOS and PD1 were 

assessed on pTfh cells [359]. The aim of this study was to elucidate the distribution of pTfh 

cells and B cell subsets in HIV-1 infected children receiving ART. 

Our finding disclosed a significantly reduced frequency of pTfh cells in HIV-1 infected 

compared to healthy control children (Figure 6a) in spite of the fact that the frequency of 

CD4+CD45RO+ memory T cells was significantly higher in HIV-1 infected children. There 

was no difference in pTfh cells’ frequency between aviremic and viremic HIV-1 infected 

children (Figure 6a). Co-stimulatory molecules are critical for the interaction between Tfh and 

GC B cells and, accordingly, we measured the expression of ICOS and PD1 on pTfh cells. A 

lower frequency of pTfh cells expressing PD1, ICOS and PD1+ICOS was identified in samples 

from HIV-1 infected children (Figure 6b-d).  

 

Figure 6: Frequencies of pTfh cells (a) and PD1+, ICOS+ and PD1+ ICOS+ pTfh cells (b-d) 

in HIV-1 infected and healthy controls (gated on CD4+CD45RO+ cells). (Contr: controls; 

HIV+: ART treated HIV-1 infected; avir: aviremic; vir: viremic). 

Subsequently, we measured the expression of cytokines IFN- , IL-2, IL-4 and IL-21 in pTfh 

cells upon in vitro polyclonal stimulation with PMA and ionomycin in the presence of 



40 
 

Golgistop. A similar frequency of pTfh cells expressing IFN-  IL-2 and IL-21 were measured 

in HIV-1 infected children and healthy controls (Figure 7a, b and d); however, a reduced 

frequency of IL-4+ pTfh cells was observed in HIV-1 infected children (Figure 7c). IL-4 is 

critical for B cells survival and differentiation to antibody producing cells in response to 

antigens or vaccines; our finding thus suggests that, in view of the low frequency of IL-4+ 

pTfh cells, vaccine specific responses may be affected in HIV-1 infected children.  

Figure 7: Expression of cytokines (IFN- IL-2, IL-4 and IL-21) in pTfh cells in heathy controls 

and ART treated HIV-1 infected children; pTfh cells were gated from CD4+CD45RO+ T cells. 

(Contr: controls; HIV+: ART treated HIV-1 infected; avir: aviremic; vir: viremic). 

In addition, B cell subsets were characterized in HIV-1 infected and controls children (Figure 

8); the frequency of CD19+ B cells was reduced in HIV-1 infected children with a lower 

frequency observed in viremic as compared to aviremic children. The frequency of naïve B 

cells (CD19+CD10–CD21+CD27–) was similar between HIV-1 infected and controls; 

however, viremic children displayed a lower frequency of naïve B cells compared to aviremic 

and control children. Resting memory B cells (CD19+CD10–CD21+CD27+), critical for 

serological memory to vaccines and infections, were significantly reduced in HIV-1 infected 

children compared to healthy controls, regardless of their viral load status. A similar frequency 

of activated memory B cells (CD19+CD10–CD21–CD27+) was measured between HIV-1 

infected and control children. Tissue-like memory B cells (CD19+CD10–CD21–CD27–) were 

significantly higher in HIV-1 infected compared to control children. Both populations of 

exhausted B cells (activated memory and tissue-like memory B cells) were significantly higher 

in viremic compared to aviremic and controls children (Figure 8). 
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Figure 8. B cell subsets in 45 (26 aviremic and 19 viremic) HIV-1 infected children and 55 

healthy controls. (Contr: controls; HIV+: ART treated HIV-1 infected; avir: aviremic; vir: 

viremic; RM: resting memory; AM: activated memory; TLM: tissue-liked memory B cells; * 

P<0.05; ** P<0.01; ***P<0.001; ****P<0.0001). 

In paper I, we found profound defects in Tfh cells and B cell subsets of HIV-1 infected 

children who were on ART. The main reason for this could be that ART was initiated when a 

profound immunological damage had already taken place in this children starting from birth. 

ART was initiated when the CD4+ T cell counts were below 350 cells/ l (for 3-5 years old) 

or below 200 cells/ l (older than 5 years) and/or when the children reached the WHO clinical 

stages III and IV, according to the Ethiopian pediatric ART guidelines [360]. The death rate 

among HIV-1 infected, ART naïve children can reach up to 52% before celebrating the 

second year of age [361] with respiratory diseases as the major cause of death [362]. Tissue 

Tfh cells were expanded in chronically HIV-1 infected ART naïve adults and significantly 

affected B cells maturation and differentiation in GC [343]. B cell subsets and 

immunoglobulin production is impaired, directly or indirectly, by HIV-1 infection. Looking at 

the clinical records of the HIV-1 infected children enrolled in the study we found that only 

26.1% started ART within 12 months from birth. Early initiation of ART reduces the 

destruction of CD4+ T cells and increases the longevity of memory B cells [315]. Thus, also 

from an immunological perspective, ART initiation should be recommended for all HIV-1 

infected children from birth as found in the latest WHO guidelines [119]. We were also 

concerned about the ART adherence behaviors of HIV-1 infected children since they had very 

high viral load titers in blood at the time of sample collection. For obvious reasons, the 

treatment adherence of HIV-1 infected children is usually affected by their caregivers or 

parents [127-131]. Therefore, the finding of my study suggests that there should be a close 
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clinical follow-up to reduce treatment failure in children was still present with high viral load 

after 6 months of ART.   

4.2 PAPER II: PTFH CELLS AND ANTIBODY RESPONSES TO HBV VACCINE IN 

HIV-1 INFECTED CHILDREN RECEIVING ART 

HBV infection is a serious health problem in developing countries which can cause acute or 

chronic infection, with the latter leading to cirrhosis or HCC. HBV vaccine can prevent the 

infection and related cancer. It was previously reported that the frequency of pTfh cells 

correlated with the levels of antibody responses to influenza vaccination [298, 363] and to an 

Ebola vaccine candidate [299]. Havenar-Daughon and colleagues reported that plasma CXCL13 

might be a useful marker for monitoring GCs activity during vaccination [300]. My study was 

carried out to characterize the contribution and response of pTfh cells during HBV vaccination 

of HIV-1 infected and age matched healthy controls; in addition, we asked the question on 

whether measurement of CXCL13 in serum would be a useful marker to monitor vaccination 

responses.  

In the context of paper II, we recruited ART treated HIV-1 infected children and healthy 

control children who did not previously receive HBV vaccination. After screening for previous 

HBV exposure and current HBV infection, three doses of HBV vaccine (10 mcg/dose) were 

administered to all children following an accelerated vaccination schedule. HBV vaccine 

responses in children were measured at 1 and 6 months from the last vaccination. We measured 

antibody responses to HBV vaccine and CXCL13 levels in plasma. We characterized the 

frequency of pTfh cells prior and post vaccination and measured in vitro cytokines response of 

pTfh cells upon stimulation of PBMCs with HBsAg protein.  

Except for four HIV-1 infected children, all individuals responded to the HBV vaccine and 

mounted variable antibody levels. Ten HIV-1 infected and two healthy controls had low 

antibody levels (1-2 log IU/L) after 1 month from the last vaccination. HIV-1 infected children 

had significantly lower anti-HBs levels at 1 month and 6 months from the last vaccination 

compared to controls (Figure 9a and b). Our result showed that accelerated HBV vaccination 

elicited high levels of anti-HBs in healthy controls and HIV-1 infected children at 1 month 

from vaccination but the levels of HBV antibody dramatically declined at 6 months from the 

last vaccination (Figure 9c). In fact, we found that 12.15% healthy controls and 22.13% HIV-

1 infected children displayed a reduction of median anti-HBs antibody at 6 months compared 
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to 1 month from the last vaccination (Figure 9c). Based on the findings obtained at 6 months 

from vaccination, consideration should be given to implement the schedule of accelerated 

HBV vaccination with a fourth vaccine dose to slow down the rapid decline in the antibody 

levels and to increase the longevity of HBV vaccine response in resource-limited countries. It 

has been recommended by authorities to introduce a fourth HBV vaccine dose at 12 months 

of age in the accelerated vaccination schedule [194]. Yet, most African countries have not 

followed the recommendation due to logistic and vaccine compliance issues.   

Studies have previously shown that HIV-1 RNA copies transiently increased following 

influenza vaccination [364, 365] whereas other publications have not reported any change in 

this context [366, 367]. In our study, there was no significant change in the number of HIV-1 

RNA copies after HBV vaccination (data not shown). 

 

Figure 9. Plasma levels of anti-HBs after 1 and 6 months from the last vaccination in HIV-1 

infected children and healthy controls (HC: healthy controls; HIV+: ART treated HIV-1 

infected; avir: aviremic; vir: viremic; BL: baseline; M1: 1 month after the last vaccination; 

M6: 6 months after the last vaccination). 

The frequency of pTfh cells was similar before and after vaccination in HIV-1 infected subjects 

and healthy controls (Figure 10a). The expression of CXCR3 and CCR6 in pTfh cells gave us 

the opportunity of characterizing Th1, Th2 and Th17-like pTfh cells [358]. In our study, an 

elevated frequency of Th17-like pTfh cells (CXCR3-CCR6+) was observed in HIV-1 infected 

children compared to healthy controls prior to vaccination while no difference was observed 

after 1 month from vaccination. Interestingly, healthy controls exhibited a significant change in 

the frequency of Th17-like pTfh cells at 1 month post-vaccination compared to baseline (Figure 
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10b). As Th17-like pTfh cells engage in immunity against infectious diseases, including HIV-1 

infection, and autoimmune diseases [368, 369], these cells might possibly also be important for 

vaccine induced memory [299]. We have also found an inverse correlation between the CD4+ T 

cell count and the frequency of Th17-like pTfh cells in HIV-1 infected children prior to 

vaccination (Figure 10c) suggesting a possible immunopathological link between disease 

progression and frequency of Th17-like pTfh cells. On the contrary to what we had shown in 

paper I where the frequency of pTfh cells was significantly lower in HIV-1 infected subjects 

compared to controls, in paper II, there was no difference in the frequency pTfh cells 

between HIV-1 infected and healthy controls. Based on WHO recommendations, in 2014 

ART treatment was provided to all children younger than 15 years of age, regardless of their 

CD4+ T cells count and clinical stage [370]. The cohort of HIV-1 infected children in paper 

II was enrolled in 2015 and most of the children were on ART before their CD4+ T cells 

severely declined, thus avoiding the development of HIV-1 related complications and AIDS-

defining illnesses in this group. It is therefore possible that ART normalized the frequency of 

pTfh cells in HIV-1 infected children who were enrolled in paper II.  

 

Figure 10. Frequency of pTfh cells (a), expression of CXCR3 and CCR6 in pTfh cells (b) and 

correlation of Th17-like pTfh cells with CD4+ T cells. (HC: healthy controls; HIV+: ART 

treated HIV-1 infected; BL: baseline; M1: 1 month after the last vaccination).  

We then measured the frequencies of pTfh cells expressing the cytokines IFN- , IL-2, IL-4 and 

IL-21 after stimulation of PBMCs for 5 days in presence of the CD28/CD49d costimulatory 

complex alone or together with the HBsAg protein. Similar expression levels of cytokines were 

observed between HIV-1 infected and healthy controls at baseline and at 1 month post-

vaccination. The expression of cytokines was significantly increased in both groups at 1 month 

post-vaccination compared to baseline in PBMCs stimulated with HBsAg protein together with 

co-stimulatory molecules but not cultures treated with the co-costimulatory complex alone 
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(Figure 11). In paper II, we are able to set-up a new protocol based on our previous polyclonal 

stimulation experiments (paper I) and a study conducted on CD4+ T cell response upon 

HBsAg protein stimulation [371]. In our experiments, it was striking that pTfh cells from HIV-1 

infected and healthy controls expressed similar levels of cytokines pivotal for Tfh cell biology.  

 

Figure 11. Expression of cytokines (IFN- , IL-2, IL-4 and IL-21) by pTfh cells after PBMCs 

stimulation with HBsAg protein together with co-stimulatory molecules (Ag) or co-

costimulatory molecules alone (Cos) for 5 days. (HC: healthy controls; HIV+: ART treated 

HIV-1 infected; avir: aviremic; vir: viremic; BL: baseline; M1: 1 month after the last 

vaccination) 

The levels of CXCL13 were significantly higher in HIV-1 infected children at all studied time 

points compared to healthy controls. On this aspect, other related studies have shown similar 

result in HIV-1 infected individuals [305, 306, 372, 373]. There was a similar plasma CXCL13 

concentration at different time points within the groups of controls and HIV-1 infected children; 

however, viremic children had higher levels of CXCL13 compared to aviremic at 6 months 

from vaccination (Figure 12). CXCL13 levels were unchanged after vaccination in both HIV-1 
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infected children and healthy controls. Hence, our study does not support the possibility of 

using CXCL13 plasma levels as biomarkers for GC activities [300]; it is however important to 

assess the role of CXCL13 as biomarker of successful vaccination in larger cohorts.  

 

Figure 12. Plasma CXCL13 levels in healthy controls and HIV-1 infected children (viremic and 

aviremic) prior to vaccination and at 1 month and 6 months from last vaccination dose (HC: 

healthy controls; HIV+: ART treated HIV-1 infected children; avir: aviremic; vir: viremic; BL: 

baseline; M1: 1 month after the last vaccination; M6: 6 months after the last vaccination). 

In paper II, the phenotype and function of pTfh cells were similar between HIV-1 infected 

children and age-matched healthy controls. High plasma levels of anti-HBs were elicited with 

accelerated HBV vaccination schedule. We also demonstrated a rapid decline in the levels of 

anti-HBs over time in HIV-1 infected and healthy controls. However, we were unable to 

provide a possible mechanism for the reduced levels of plasma anti-HBs in HIV-1 infected 

children which would be based on frequency and function of pTfh cells. In paper II the 

frequency and properties of B cell subpopulations were not examined; in the following chapters 

summarizing unpublished results I present results correlating HBV antibody response with B 

cell subpopulations.  

4.3 UNPUBLISHED RESULTS: WHY IS THERE A DISCREPANCY BETWEEN 

THE FREQUENCIES OF PTFH CELLS MEASURED IN PAPER I AND PAPER 

II? 

Further analyses were conducted to understand the differences in pTfh cell frequencies in 

papers I and II. In paper II, the frequency of pTfh cells was similar between HIV-1 infected 
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patients and healthy controls; this observation was different from paper I where a reduced 

frequency of pTfh cells was identified in HIV-1 infected children compared to the controls. 

Other studies also showed a similar frequency of pTfh cells in HIV-1 infected individuals and 

controls [340, 374]. One possible explanation for the differences noticed between papers I 

and II could be due to the degree of HIV-1 replication; in fact in paper I the numbers of 

HIV-1 RNA copies in plasma was significantly higher than paper II (Figure 13a). Moreover, 

there was a significant negative association between pTfh cells and HIV-1 RNA copies 

(Figure 13e). Boswell and colleagues showed that the frequency of pTfh cells was greatly 

affected by high HIV-1 RNA copies [336].  

Guidelines for the timing of ART initiation in HIV-1 infected children were changed during the 

study period as discussed in the result section of papers I and paper II. The median length of 

ART treatment in the cohort of HIV-1 infected children included in paper II was 41.8 months. 

In paper I, the median length of ART treatment was 37 months. According to these clinical 

observations showing that the length of ART treatment did not differ between the two groups of 

HIV-1 infected children, it is difficult to envisage that the different frequencies of pTfh cells in 

the two studies should be related to parameters of ART administration. 

In HIV-1 infected children, the frequency of pTfh cells was higher in paper II compared to 

paper I (Figure 13b). The median age of the children in paper II was significantly higher 

than in paper I both for HIV-1 infected children (Figure 13c) and healthy controls (Figure 

13f). In addition, there was a direct correlation between the frequency of pTfh cells and age in 

HIV-1 infected children (Figure 13d). Thus, age could be another factor for the differences 

noticed in the frequencies of pTfh cells of HIV-1 infected children in the two studies. 

However, similar frequencies of pTfh cells (Figure 13f) were observed in the control groups 

despite an increase in age (Figure 13g) in paper II (S2); there was no correlation between age 

and pTfh cells for controls (Figure 13h).  
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Figure 13. Viral load, frequency of pTfh cells and age in HIV-1 infected children (panels a-e) 

and controls (panels f-h) enrolled in the studies of papers I and II. Study 1 (S1) and study 2 

(S2).  

4.4 PAPER III: HBV VACCINATION IN HIV-1 INFECTED YOUNG ADULTS: A 

TOOL TO REDUCE THE SIZE OF HIV-1 RESERVOIRS?  

The persistence of HIV-1 in resting memory T cells is one of the major obstacles for HIV-1 

eradication. HIV-1 latency is established during the primary phase of the infection and the virus 

persists in long-lived memory T cells. Early initiation of ART reduces the size of the virus 

reservoirs but cannot eliminate the provirus DNA from the host [375]. Several clinical trials 

have been conducted to induce the provirus from the latently infected cells, allowing ART to 

eliminate the induced viruses; this approach is known as “shock and kill” [376].   

We extensively studied pTfh cells in papers I and II, and serological memory to HBV 

vaccination in paper II. We were keen on studying other subsets of CD4+ T cells including 

CD8+ T cells, and the expressions of activation and proliferation markers on these cells in 

relation to hepatitis vaccination and the size of HIV-1 reservoirs measured as total HIV-1 

DNA copies in PBMCs (paper III). A couple of studies showed that CD8+ T cells play a 

critical role in the clearance of HBV during the acute phase of the infection [167, 168]. A recent 
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report showed that HIV-1 specific cytotoxic T lymphocytes were decisive in clearing the virus 

reservoirs in pediatric HIV-1 infection [377]. Thus, we investigated the relation between CD8+ 

T cells and HIV-1 DNA reservoirs in HIV-1 infected children vaccinated for HBV and HAV.  

Twenty-two HIV-1 infected children were recruited to this study (paper III). Protective anti-

HBs (>1 IU/L) were elicited after three doses of accelerated hepatitis vaccination (Figure 14a) 

in all but two children. The size of the virus reservoirs, measured by HIV-1 DNA copies/106 

PBMCs (Figure 14b), was similar prior and post vaccination. However, 54% of the patients 

(Figure 14c) had reduced HIV-1 DNA copies in PBMCs at 1 month from the last vaccination as 

compared to the baseline. We could not confirm that this result was entirely due to the effect of 

hepatitis A and B vaccination as a control group of aged matched HIV-1 infected children not 

receiving vaccination was missing in the study. Previous studies showed that the change in 

HIV-1 DNA copies was 1 log in 1 year and 0.2 log between 1-4 years of ART in HIV-1 

infected children [378]. In a different study, adults showed a fast decay (86%) of HIV-1 DNA 

following 1 year of ART and 23% decay between 1-4 years; the HIV-1 DNA decay reached a 

plateau after 4 years of ART [379]. As the HIV-1 infected children included in paper III had 

been on ART for a median period of 7.2 years, it is likely that a plateau already reached for the 

decline of HIV-1 DNA copies due to ART prior to vaccination conducted in this study. Thus, 

immunological events related to hepatitis vaccination, were likely leading to a change in the 

number of HIV-1 DNA copies.  

 

Figure 14. Plasma levels of anti-HBs (a), HIV-1 DNA copies (b) and difference in HIV-1 DNA 

copies in three groups (c) prior and post vaccination (BL: baseline; M1: 1 month after the last 

vaccination; Decrease: > 10% reduction in HIV-1 DNA copies/106 PBMCs; Stable: < 10% 

increase or decrease in HIV-1 DNA copies; Increase: > 10% increase in HIV-1 DNA copies). 
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Table 2 summarizes the differences in frequency of CD4+ and CD8+ T cell subpopulations and 

expression of activation markers prior and post-vaccination. The frequency of naïve CD4+ T 

cells was reduced following vaccination whereas the frequency of EM CD4+ T cells increased 

at 1 month from vaccination compared to baseline. The frequency of CM CD4+ T cells 

expressing CD38 was significantly reduced at 1 month. CM CD8+T cells increased 

significantly; the frequencies of cells expressing HLA-DR declined among total, CM and EM 

CD8+ T cells. The expression of Ki67 was significantly reduced among CM and EM CD4+ T 

cells and in the total, EM and TEMRA CD8+ T cells at 1 month post-vaccination. Immune 

activation and proliferation is the driving force for disease progression in HIV-1 pathogenesis 

[380]. Our data showed reduced immune activation and proliferation of CD4+ and CD8+ T 

cells post vaccination with Twinrix.  

Table 2. CD4+ and CD8+ T cell subsets and their surface expression of activation and 

proliferation markers in ART treated young children prior and post vaccination.   

T cells 
Difference in CD4+ T cell subsets 

between BL and M1 
Difference in CD8+ T cell subsets 

between BL and M1 
CD4+ CD38 HLA-DR Ki67 CD8+ CD38 HLA-DR Ki67 

Total        * * 
Naïve  **        
CM  **  ** **  *  
EM  *   **     **  ** 
TEMRA        * 

(BL: baseline; M1: 1 month after the last vaccination; CM: central memory; EM: effector 

memory; TEMRA: Terminally differentiated effector memory). 

We further analyzed T cells in patients who had lower HIV-1 DNA copies following 

vaccination and also the two other groups in which HIV-1 DNA was stable or increased; the 

frequency of Ki67+ expressing cells among CM and EM CD4+ T cells (Figure 15a and b) was 

reduced whereas the frequency of CM CD8+ T cells (Figure 15c) was increased at 1 month 

post-vaccination. There was no change in the frequency of CD4+ and CD8+ T cell subsets in 

the stable and increase groups of patients.  

A previous publication reported that HIV-1 infected individuals with low viral load showed low 

levels of immune activation and proliferation of CD4+ T cells [381]. A study conducted to 

predict the half-life of T cells in HIV-1 infected patients showed that CM CD8+ T cells had a 
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shorter half-life (50 days) compared to healthy individuals (100 days). Loss of CM CD8+ T 

cells during HIV-1 infection could be due to a declined expression of IL-7R a pathogenic 

phenomenon of both CD4 and CD8 T cell which was previously linked to disease progression 

[382, 383]. Thus, reduced proliferation levels of CD4+ T cells and increased CM CD8+ T cells 

in the “decreased” group of HIV-1 infected young adults post-vaccination may be part of the 

mechanism leading to a reduction of HIV-1 DNA copies observed in some children upon 

vaccination with Twinrix.    

 

Figure 15. Frequency of CD4+ and CD8+ T cells and Ki67 expression on subpopulations of 

CD4+ T cells in ‘decrease’, ‘stable’ and ‘increase’ groups of HIV-1 infected young adults prior 

and post HBV vaccination (BL: baseline; M1: 1 month after the last vaccination; Decrease: > 

10% reduction in HIV-1 DNA copies/106 PBMCs; Stable: < 10% increase or decrease in HIV-1 

DNA copies; Increase: > 10% increase in HIV-1 DNA copies). 

Linear regression analysis was performed and a model established to predict the contribution of 

clinical and immunological parameters to the changes of HIV-1 DNA copies between the two 

time points. We first selected parameters which could predict HIV-1 DNA changes by using 

univariate analysis. Next, stepwise multivariate linear regression analysis was used: through 

these calculations we found that 75% of the variance for the decline of HIV-1 DNA after 

vaccination was explained by the frequency of EM CD8+ T cells.  

A role for functional CD8+ T cell responses has been shown for both HBV and HIV-1 

infections. In mice, HBV vaccine elicited a strong and broad CD8+ T cell response which can 

be of use for treatment of chronic HBV infection [384-386]. Moreover, HBV-specific EM 

CD8+ T cells were high in an individual who cleared HBV acute infection [170]. A study 

conducted to assess immune responses upon co-delivery of SIV gag DNA vaccine with IL-12 

showed that EM CD8+ T cells increased significantly in the vaccinated macaques [387]. Viral 

load increased upon depletion of CD8+ T cells with an anti-CD8+ monoclonal antibody 
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suggesting the role of CD8+ T cells in suppressing the virus from circulation [387]. HIV-1 

specific CD8+ T cells reduced the seeding of virus reservoirs in the acute phase of HIV-1 

infection and there was an inverse correlation between HIV-1 DNA copies in PBMCs and 

frequency of effector CD8+ T cells [388]. EM CD8+ T cells were strongly inhibiting SIV 

replication after mucosal challenge of vaccinated macaques [389, 390]. In vitro experiment of 

sorted EM CD8+ T cells co-cultured with HIV-1 infected CD4+ T cells showed a strong and 

consistent inhibition of viral replication from cells obtained from elite controllers [391].  

In summary, HBV vaccination could be a potential candidate strategy to reduce the size of virus 

reservoirs in successfully ART treated patients. This study has the following limitations: the 

number of HIV-1 infected children and young adults in Sweden is very low and finding non- 

HBV vaccinated children was not possible; accordingly we cannot firmly claim that the change 

in HIV-1 DNA copies detected post vaccination was due to vaccination.  

4.5 PRELIMINARY RESULTS: B CELL SUBSETS OF HIV-1 INFECTED 

CHILDREN.  

There was an open question in paper II that should be addressed to explain the differences in 

the anti-HBs levels in healthy controls and HIV-1 infected children. B cells are important 

components in the successful response to vaccines. In this section of preliminary results, I 

explored the possibility that impairments in frequencies of B cell subsets could account for the 

poor serological response to HBV vaccine in HIV-1 infected children reported in paper II.  

The results from these analyses presented in Figure 16 are in line with several previous studies 

which reported a dramatic alteration in B cell subsets of HIV-1 infected children [315, 330, 334, 

392, 393]. A significantly reduced frequency of Naïve, RM and switched B cells (Figure 16C, 

16D and 16G) was found in HIV-1 infected children compared to healthy controls; on the 

contrary, the frequencies of AM and TLM B cells, exhausted B cell subsets, were significantly 

increased in HIV-1 infected children (Figure 16E and F). ART administration contributed to 

restore the frequencies of RM B cells (Figure 16D) and switched B cells (Figure 16G) whereas 

treatment had no impact on the elevated frequencies of AM (Figure 16E) and TLM (Figure 

16F) B cells.   
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Figure 16. Frequency B cell subsets in healthy controls and HIV-1 infected (ART treated and 

naive) children (HC: healthy controls; HIV+: HIV-1 infected; ART: ART treated HIV-1 

infected; Naïve: ART naïve HIV-1 infected; IT: immature transitional B cells; RM: resting 

memory; AM: activated memory; TLM: tissue-liked memory; ns: not significant; * P<0.05; ** 

P<0.01; ***P<0.001; ****P<0.0001). 

We calculated the correlation between the frequencies of B cell subsets and the level of anti-

HBs antibodies and found a significant correlation of anti-HBs antibodies with RM B cells 

(r=0.56; p<0.0001) and switched memory B cells (r=0.35; p=0.02) in HIV-1 infected children 

(Figure 17d and g). There was no correlation between anti-HBs antibody and B cell subsets in 

healthy controls.  
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Figure 17. Correlation between plasma titers of anti-HBs antibody and B cell subsets in HIV-1 

infected children. (IT: immature transitional B cells; RM: resting memory; AM: activated 

memory; TLM: tissue-liked memory; ns: not significant). 

It is evident from these findings that the poor HBV vaccine response observed in paper II was 

mostly likely due to defects existing in the B cell compartment. ART provided to HIV-1 

infected children is critical to improve the distribution and function of B cells. Perturbation of B 

cell subsets, however, can still be found in ART treated children, which may affect vaccine 

specific memory B cells and long-lived plasma cells. 

 
  



 

55 
 

5 CONCLUSIONS AND FUTURE PERSPECTIVES 
Vaccines are the most effective interventions to control infectious diseases and save millions of 

lives globally. More than 250 thousand people are chronic HBV carriers and thousands of lives 

are lost each year globally due to HBV related complications. HBV infection is preventable and 

a vaccine with 95% efficiency is available [140]. A poor response to HBV vaccine was reported 

by several studies in HIV-1 infected individuals and protective HBV antibodies induced by 

vaccination wane faster in HIV-1 infected individuals than in healthy controls.  

Tfh cells and RM B cells are critical components of effective vaccine responses. In paper I, we 

showed that HIV-1 infected children had lower frequencies of pTfh and RM B cells compared 

to healthy controls. As the majority of children included in this study were administered ART 

after one year of age, it is likely that the disruption, or lack of development of immune 

components relevant for response to vaccines occurred in the children before the initiation of 

ART. Thus, early initiation of ART is mandatory to preserve humoral and cellular immune 

responses in children. In paper II, higher plasma levels of anti-HBs were measured in healthy 

controls compared to infected children; antibody responses to the HBV vaccine declined in both 

groups after 6 months. This finding poses a question regarding the timing of accelerated 

vaccination schedule and the importance of adjusting the schedules for HIV-1 infected 

individuals. In addition, the introduction of a fourth dose of HBV vaccine should be assessed in 

the context of resource-limited settings [194]. It would be interesting to further follow the HBV 

vaccine responses in the children enrolled in study II to measure the decay in plasma anti-HBs 

levels after 5 years; these data, together with the ones which we have already collected, could 

be used to calculate the decay of humoral immune responses to HBV vaccine over time using 

mathematical modeling.  

In paper II, we set-up a protocol to measure cytokine expression in pTfh cells upon stimulation 

of PBMCs with the HBsAg protein. In the future, I also would like to perform experiments to 

evaluate the phenotypic and functional characteristics of HBsAg specific CD8+ T cells, a 

parameter that was not evaluated in HIV-1 infected children in our previous studies. To assess 

cytokine expression of HBsAg specific CD8+ T cells may give the opportunity of better 

understanding the role of CD8+ T cells in HBV vaccination; CD8+ T cells are crucial for 

clearance of the virus during acute infection and they are involved in different stages of chronic 

HBV infection [168, 169]. The characteristics of HBsAg specific memory B cells should also 

be studied in this context in healthy and HIV-1 infected children as they play an important role 

in serological memory to HBV vaccine. Based on a recent publication from another group 
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[300], the plasma concentration of CXCL13 was proposed to represent a marker of ongoing GC 

activities. In our study, the plasma concentration of CXCL13 was elevated in HIV-1 infected 

children at all time points and changes in CXCL13 levels were not observed after vaccination in 

either group. Several studies reported that elevated plasma CXCL13 concentration can be found 

during HIV-1 infection, with activated monocytes heavily involved in its production [305, 306, 

372, 373]. Further studies should be conducted to elucidate the use of CXCL13 as a GC activity 

marker and the possibility of using CXCL13 to predict the emergence of cross-neutralizing 

antibodies in HIV-1 infected individuals [331].  

The scale-up of ART in Ethiopia was a timely intervention since early ART initiation mitigates 

immune activation and reduced morbidity and mortality in the patients. A continuous clinical 

follow-up of HIV-1 infected children should be conducted to improve the rate of adherence, to 

monitor treatment failure, to reduce drug related toxicity and ART drug resistance [394]. High 

circulating levels of HIV-1 RNA were detected in some children receiving ART who were 

enrolled in study I and II of this PhD thesis; accordingly, the rate of ART adherence and 

associated factors should be investigated in HIV-1 infected children in ART clinics of Addis 

Ababa and other regions of Ethiopia. 

In Paper III, we showed a possible connection between vaccination against HBV and the 

number of HIV-1 DNA copies in some HIV-1 infected young adults included in a perspective 

vaccination study. There was a similar number of HIV-1 DNA copies pre- and post-vaccination 

in HIV-1 infected young adults included in the study; however, in 54% of these patients there 

was a significant reduction in HIV-1 DNA copies after vaccination. After examining the 

literature in relation to the decay of HIV-1 DNA copies in PBMCs in adults and children 

infected with HIV-1, we concluded that a concrete possibility exists that the change in HIV-1 

DNA copies, representing a measure of HIV-1 reservoir, may be due to HBV vaccination. For a 

better understanding of this observation, I would like to conduct further studies in a large cohort 

of Ethiopian adults by including ART treated patients and healthy controls, previously 

vaccinated or not with HBV vaccines; these cohorts will be useful to assess the effect of ART 

on T cell subsets frequencies and changes in HIV-1 DNA after vaccination.  

Our preliminary results showed that one of the reasons for the low levels of anti-HBs antibody 

in HIV-1 infected children following vaccinations might be the damage occurring to B cell 

subsets, including RM B cells. As previously studied for other childhood vaccines [315], I 

would like to evaluate, in a longitudinal study, the frequency of B cell subsets in HIV-1 infected 
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children treated from birth in Ethiopia and relate the B cell data to childhood vaccine responses. 

These studies could help understanding the dynamics of normalization of B cell subsets as well 

as the longevity of vaccine specific antibody responses in HIV-1 infected children. These 

studies may also be important to support changes in HBV vaccination schedule to improve 

vaccination of HIV-1 infected children.      

In conclusion, we were able to elicit protective anti-HBs antibodies after three doses of HBV 

vaccine using an accelerated vaccine schedule. However, a fast decay of these antibodies was 

noticed in HIV-1 infected children, and to some extent healthy control children, which raises 

the important question on whether these individuals will be protected, in the long run, from 

hepatitis infection and related complications. HIV-1 infected children should be followed 

regularly and booster doses should be administered before the protective HBV antibodies wane 

from circulation.   

  



58 
 

6 ACKNOWLEDGEMENTS 

I would like to thank all children and their guardians for participation in the studies. 

I am grateful to the Karolinska Institutet and the Department of Microbiology, Tumor and 

Cell Biology for the scholarship (KID) and for financial support to our research from the 

Swedish Medical Research Council. I also would like to thank the Armauer Hansen 

Research Institute (AHRI) for financial support to recruit the study participants.     

My main supervisor Francesca Chiodi, I would like to pass my highest appreciation for letting 

me work with you, you consistent guidance, encouragement and advices. Your support was 

tremendous practically throughout my stay in your group. I enjoyed it and learned a lot.  

My gratitude also to my co-supervisor Anna Nilsson for the constructive and positive advises 

that have enriched my work. Your input was valuable for my research. I really enjoyed the 

detailed discussions about our studies and vaccinology in general.  

I would also like to thank my co-supervisor Rawleigh Howe for his unconditional, passionate 

and unreserved help; your dedication, encouragement and inspiration guided me while working 

at AHRI and during my PhD studies. You taught me immunology and science in general. 

To my co-supervisor Abraham Aseffa, thank you for the support and your valuable inputs 

throughout the study period.  

Kidist Bobosha deserves special appreciation. You taught me scientific methods and shared 

your experience unreservedly. You were on my side when I needed someone, very caring to me 

and the family at large. I am thankful and really blessed to work with you.   

I would like to thank all co-authors in my publications for your valuable contributions 

(Rebecka Lantoo Graham, Birtukam Endale, Meseret Gebre, Sandra Soeria-

Atmadja, Mahlet Lemma, Maurizio Zazzi, Ilaria Vicenti, Lars Naver, Eyasu Mekonnen, 

Abiy Habtewold, Sylvie Amu, Bence Rethi).  

I am also thankful to the former and current Chiodi group members, Aikaterini Nasi, Farideh 

Sabri and Carina Bengtsson for discussions and sharing your experience.  



 

59 
 

Desalegn Yibeltal and Temesgen E. Andargie, I had a nice time working with you. I wish 

you all the best for your future career. Azeb Tarekegn and Emawayish Andargie deserve 

appreciation; you spent your valuable time to help me in the lab. Thank you, Tsehayenesh 

Lemma, for your advice and encouragement at AHRI and during your visit to Stockholm.  

I extend my appreciation as well to all AHRI colleagues and staffs for the encouragement and 

assistance during my periods of study and work at AHRI.  

I am thankful for nurses and phlebotomist who handled study participants during the 

recruitments, follow-up and sample collections.  

Teklu Kiros, Fabio Marcellus Lopes, Biniam Lawayew and Mena Etana, thank you for well 

coming and introducing me to Stockholm. Teklu, I am so happy to know you. 

Kebede Feyissa Dibaba, Bekele Mengesha, Yeshi Haile, Selam Bekele, Ayelech Wakena, 

Worknesh Dechasa, Nigatu Endalafer, Kassahun Seifu, Nafkot Bekele, Minychel Wale, 

Surafel Fentaw, Getamesay Mulatu, Tesfaye Mekonnen, Takele Kefyalew, Abraham 

Amare, Tadele Alemu, Dawit Wolday, Yonas Fantahun, Shiferaw Bekele, Wondal 

Mekonnen, Melaku Tamene, Aselefech Tekleyes, Adanech Worku, Asefash Jembera, 

Worka Kebede, Beletu, Worku Mengesha, Wondwosen Mengesha, Mezegebu 

Mengesha, Bezunesh Marufa, Sisay Engedaget, Mulugeta Engedaget, Haregewoin 

Engedaget, Menber Engedaget, Kassaye Engedaget, Seble Engedaget, Martha 

Engedaget, Endalkachew Sisay, Assefa Tefera, Desta Bze, Paulos Assefa, Bethlehem 

Assefa, Yosef Assefa, Yonas Assefa, Eskender Assefa, Philipose Assefa, Tsega Assefa 

(Castro), Tafere Assefa, Sintayehu Assefa, my friends, colleagues and families, whose name 

is not mentioned here, would like to thank you.   

My late brothers (Solomon and Reta), I wish you were with me at this moment; I miss you in 

my life.  

Woinshet Bekele (my sister), Hailemariam Woldeamanuel (her husband) and his family; 

thank you for your care and patience in helping MAM. I wished to be on her side when she 

needed me the most. Kenean and Soliyana, I am blessed to have two beautiful and 

wonderful nieces.  

My Wife, Etsegenet Assefa Tefera, thank you for loving, caring and understanding me.  



60 
 

7 REFERENCES  
1. Joint United Nations Programme on HIV/AIDS (UNAIDS). (2017). Fact sheet - Latest 

statistics on the status of the AIDS epidemic.  [Cited 2018 April 10]; Available from: 
http://www.unaids.org/sites/default/files/media_asset/UNAIDS_FactSheet_en.pdf. 

2. World Health Organization. (2017). HIV/AIDS. Fact sheet. Updated November 2017.  
[Cited 2018 February 15]; Available from: 
http://www.who.int/mediacentre/factsheets/fs360/en/. 

3. Kourtis AP., Bulterys M., Hu DJ, and Jamieson DJ. (2012). HIV-HBV coinfection--a 
global challenge. N Engl J Med, 366(19). 1749-52. DOI: 10.1056/NEJMp1201796. 

4. Abzug MJ., Song LY., Fenton T., Nachman SA., Levin MJ., Rosenblatt HM., et al. 
(2007). Pertussis booster vaccination in HIV-infected children receiving highly active 
antiretroviral therapy. Pediatrics, 120(5). e1190-202. DOI: 10.1542/peds.2007-0729. 

5. Borkowsky W., Rigaud M., Krasinski K., Moore T., Lawrence R, and Pollack H. 
(1992). Cell-mediated and humoral immune responses in children infected with human 
immunodeficiency virus during the first four years of life. J Pediatr, 120(3). 371-5. 

6. Sticchi L., Bruzzone B., Caligiuri P., Rappazzo E., Lo Casto M., De Hoffer L., et al. 
(2015). Seroprevalence and vaccination coverage of vaccine-preventable diseases in 
perinatally HIV-1-infected patients. Hum Vaccin Immunother, 11(1). 263-9. DOI: 
10.4161/hv.36162. 

7. Kerneis S., Launay O., Turbelin C., Batteux F., Hanslik T, and Boelle PY. (2014). 
Long-term immune responses to vaccination in HIV-infected patients: a systematic 
review and meta-analysis. Clin Infect Dis, 58(8). 1130-9. DOI: 10.1093/cid/cit937. 

8. Whitaker JA., Rouphael NG., Edupuganti S., Lai L, and Mulligan MJ. (2012). Strategies 
to increase responsiveness to hepatitis B vaccination in adults with HIV-1. Lancet Infect 
Dis, 12(12). 966-76. DOI: 10.1016/S1473-3099(12)70243-8. 

9. Ni JD., Xiong YZ., Wang XJ, and Xiu LC. (2013). Does increased hepatitis B 
vaccination dose lead to a better immune response in HIV-infected patients than 
standard dose vaccination: a meta-analysis? Int J STD AIDS, 24(2). 117-22. DOI: 
10.1177/0956462412472309. 

10. Centers for Disease Control (CDC). (1981). Pneumocystis pneumonia--Los Angeles. 
MMWR Morb Mortal Wkly Rep, 30(21). 250-2. 

11. Hymes KB., Cheung T., Greene JB., Prose NS., Marcus A., Ballard H., et al. (1981). 
Kaposi's sarcoma in homosexual men-a report of eight cases. Lancet, 2(8247). 598-600. 

12. Centers for Disease Control (CDC). (1982). Update on acquired immune deficiency 
syndrome (AIDS)--United States. MMWR Morb Mortal Wkly Rep, 31(37). 507-8, 513-
4. 

13. Schupbach J., Popovic M., Gilden RV., Gonda MA., Sarngadharan MG, and Gallo RC. 
(1984). Serological analysis of a subgroup of human T-lymphotropic retroviruses 
(HTLV-III) associated with AIDS. Science, 224(4648). 503-5. 

14. Sarngadharan MG., Popovic M., Bruch L., Schupbach J, and Gallo RC. (1984). 
Antibodies reactive with human T-lymphotropic retroviruses (HTLV-III) in the serum 
of patients with AIDS. Science, 224(4648). 506-8. 



 

61 
 

15. Popovic M., Sarngadharan MG., Read E, and Gallo RC. (1984). Detection, isolation, 
and continuous production of cytopathic retroviruses (HTLV-III) from patients with 
AIDS and pre-AIDS. Science, 224(4648). 497-500. 

16. Gallo RC., Salahuddin SZ., Popovic M., Shearer GM., Kaplan M., Haynes BF., et al. 
(1984). Frequent detection and isolation of cytopathic retroviruses (HTLV-III) from 
patients with AIDS and at risk for AIDS. Science, 224(4648). 500-3. 

17. Barre-Sinoussi F., Chermann JC., Rey F., Nugeyre MT., Chamaret S., Gruest J., et al. 
(1983). Isolation of a T-lymphotropic retrovirus from a patient at risk for acquired 
immune deficiency syndrome (AIDS). Science, 220(4599). 868-71. 

18. Coffin J., Haase A., Levy JA., Montagnier L., Oroszlan S., Teich N., et al. (1986). What 
to call the AIDS virus? Nature, 321(6065). 10. 

19. Fauci AS and Lane HC, Human Immunodeficiency Virus Disease: AIDS and Related 
Disorders, in Harrison's Principles of Internal Medicine, 19e, D. Kasper, et al., Editors. 
2015, McGraw-Hill Education: New York, NY. 

20. Clavel F., Guetard D., Brun-Vezinet F., Chamaret S., Rey MA., Santos-Ferreira MO., et 
al. (1986). Isolation of a new human retrovirus from West African patients with AIDS. 
Science, 233(4761). 343-6. 

21. Huet T., Cheynier R., Meyerhans A., Roelants G, and Wain-Hobson S. (1990). Genetic 
organization of a chimpanzee lentivirus related to HIV-1. Nature, 345(6273). 356-9. 
DOI: 10.1038/345356a0. 

22. Hirsch VM., Olmsted RA., Murphey-Corb M., Purcell RH, and Johnson PR. (1989). An 
African primate lentivirus (SIVsm) closely related to HIV-2. Nature, 339(6223). 389-
92. DOI: 10.1038/339389a0. 

23. Simon F., Mauclere P., Roques P., Loussert-Ajaka I., Muller-Trutwin MC., Saragosti S., 
et al. (1998). Identification of a new human immunodeficiency virus type 1 distinct 
from group M and group O. Nat Med, 4(9). 1032-7. DOI: 10.1038/2017. 

24. Charneau P., Borman AM., Quillent C., Guetard D., Chamaret S., Cohen J., et al. 
(1994). Isolation and envelope sequence of a highly divergent HIV-1 isolate: definition 
of a new HIV-1 group. Virology, 205(1). 247-53. DOI: 10.1006/viro.1994.1640. 

25. Vallari A., Holzmayer V., Harris B., Yamaguchi J., Ngansop C., Makamche F., et al. 
(2011). Confirmation of putative HIV-1 group P in Cameroon. J Virol, 85(3). 1403-7. 
DOI: 10.1128/JVI.02005-10. 

26. Plantier JC., Leoz M., Dickerson JE., De Oliveira F., Cordonnier F., Lemee V., et al. 
(2009). A new human immunodeficiency virus derived from gorillas. Nat Med, 15(8). 
871-2. DOI: 10.1038/nm.2016. 

27. Robertson DL., Anderson JP., Bradac JA., Carr JK., Foley B., Funkhouser RK., et al. 
(2000). HIV-1 nomenclature proposal. Science, 288(5463). 55-6. 

28. Hemelaar J., Gouws E., Ghys PD, and Osmanov S. (2011). Global trends in molecular 
epidemiology of HIV-1 during 2000-2007. AIDS, 25(5). 679-89. DOI: 
10.1097/QAD.0b013e328342ff93. 

29. Neogi U., Haggblom A., Santacatterina M., Bratt G., Gisslen M., Albert J., et al. (2014). 
Temporal trends in the Swedish HIV-1 epidemic: increase in non-B subtypes and 



62 
 

recombinant forms over three decades. PLoS One, 9(6). e99390. DOI: 
10.1371/journal.pone.0099390. 

30. Rinke de Wit TF., Tsegaye A., Wolday D., Hailu B., Aklilu M., Sanders E., et al. 
(2002). Primary HIV-1 subtype C infection in Ethiopia. J Acquir Immune Defic Syndr, 
30(5). 463-70. 

31. Sonnerborg A and Sherefa K. (1997). HIV-1 subtype C epidemic in Ethiopia. AIDS, 
11(15). 1897. 

32. Campbell-Yesufu OT and Gandhi RT. (2011). Update on human immunodeficiency 
virus (HIV)-2 infection. Clin Infect Dis, 52(6). 780-7. DOI: 10.1093/cid/ciq248. 

33. Joint United Nations Programme on HIV/AIDS (UNAIDS). (2016). Fact sheet, Global 
HIV statistics  [Cited 2018 March 20]; Available from: 
http://www.unaids.org/sites/default/files/media_asset/20150901_FactSheet_2015_en.pd
f. 

34. World Health Organization. (2017). The top 10 causes of death. Factsheet Updated 
January 2017.  [Cited 2018 February 15]; Available from: 
http://www.who.int/mediacentre/factsheets/fs310/en/. 

35. Joint United Nations Programme on HIV/AIDS (UNAIDS). (2017). Country factsheets 
- HIV and AIDS Estimates, Sweden, 2016.  [Cited 2018 March 19]; Available from: 
http://www.unaids.org/en/regionscountries/countries/sweden. 

36. Joint United Nations Programme on HIV/AIDS (UNAIDS). (2017). Country factsheets 
- HIV and AIDS Estimates, Ethiopia, 2016.  [Cited 2018 March 19]; Available from: 
http://www.unaids.org/en/regionscountries/countries/ethiopia. 

37. AVERT. (2018). Children, HIV and AIDS.  [Cited 2018 February 15]; Available from: 
https://www.avert.org/professionals/hiv-social-issues/key-affected-populations/children. 

38. Shaw GM and Hunter E. (2012). HIV transmission. Cold Spring Harb Perspect Med, 
2(11). DOI: 10.1101/cshperspect.a006965. 

39. World Health Organization. (2018). Mother-to-child transmission of HIV.  [Cited 2018 
February 15]; Available from: http://www.who.int/hiv/topics/mtct/about/en/. 

40. Wilen CB., Tilton JC, and Doms RW. (2012). HIV: cell binding and entry. Cold Spring 
Harb Perspect Med, 2(8). DOI: 10.1101/cshperspect.a006866. 

41. Moir S., Chun TW, and Fauci AS. (2011). Pathogenic mechanisms of HIV disease. 
Annu Rev Pathol, 6. 223-48. DOI: 10.1146/annurev-pathol-011110-130254. 

42. Wilen CB., Tilton JC, and Doms RW. (2012). Molecular mechanisms of HIV entry. Adv 
Exp Med Biol, 726. 223-42. DOI: 10.1007/978-1-4614-0980-9_10. 

43. Connor RI., Sheridan KE., Ceradini D., Choe S, and Landau NR. (1997). Change in 
coreceptor use correlates with disease progression in HIV-1--infected individuals. J Exp 
Med, 185(4). 621-8. 

44. Fenyo EM., Morfeldt-Manson L., Chiodi F., Lind B., von Gegerfelt A., Albert J., et al. 
(1988). Distinct replicative and cytopathic characteristics of human immunodeficiency 
virus isolates. J Virol, 62(11). 4414-9. 



 

63 
 

45. Liu R., Paxton WA., Choe S., Ceradini D., Martin SR., Horuk R., et al. (1996). 
Homozygous defect in HIV-1 coreceptor accounts for resistance of some multiply-
exposed individuals to HIV-1 infection. Cell, 86(3). 367-77. 

46. Fiebig EW., Wright DJ., Rawal BD., Garrett PE., Schumacher RT., Peddada L., et al. 
(2003). Dynamics of HIV viremia and antibody seroconversion in plasma donors: 
implications for diagnosis and staging of primary HIV infection. AIDS, 17(13). 1871-9. 
DOI: 10.1097/01.aids.0000076308.76477.b8. 

47. Konrad BP., Taylor D., Conway JM., Ogilvie GS, and Coombs D. (2017). On the 
duration of the period between exposure to HIV and detectable infection. Epidemics, 20. 
73-83. DOI: 10.1016/j.epidem.2017.03.002. 

48. Zhang Z., Schuler T., Zupancic M., Wietgrefe S., Staskus KA., Reimann KA., et al. 
(1999). Sexual transmission and propagation of SIV and HIV in resting and activated 
CD4+ T cells. Science, 286(5443). 1353-7. 

49. Tindall B., Barker S., Donovan B., Barnes T., Roberts J., Kronenberg C., et al. (1988). 
Characterization of the acute clinical illness associated with human immunodeficiency 
virus infection. Arch Intern Med, 148(4). 945-9. 

50. Piatak M, Jr.., Saag MS., Yang LC., Clark SJ., Kappes JC., Luk KC., et al. (1993). High 
levels of HIV-1 in plasma during all stages of infection determined by competitive PCR. 
Science, 259(5102). 1749-54. 

51. Little SJ., McLean AR., Spina CA., Richman DD, and Havlir DV. (1999). Viral 
dynamics of acute HIV-1 infection. J Exp Med, 190(6). 841-50. 

52. Coffin J and Swanstrom R. (2013). HIV pathogenesis: dynamics and genetics of viral 
populations and infected cells. Cold Spring Harb Perspect Med, 3(1). a012526. DOI: 
10.1101/cshperspect.a012526. 

53. Bobat R., Moodley D., Coutsoudis A., Coovadia H, and Gouws E. (1998). The early 
natural history of vertically transmitted HIV-1 infection in African children from 
Durban, South Africa. Ann Trop Paediatr, 18(3). 187-96. 

54. Richardson BA., Nduati R., Mbori-Ngacha D., Overbaugh J, and John-Stewart GC. 
(2008). Acute HIV infection among Kenyan infants. Clin Infect Dis, 46(2). 289-95. 
DOI: 10.1086/524748. 

55. John GC and Kreiss J. (1996). Mother-to-child transmission of human 
immunodeficiency virus type 1. Epidemiol Rev, 18(2). 149-57. 

56. Becquet R., Marston M., Dabis F., Moulton LH., Gray G., Coovadia HM., et al. (2012). 
Children who acquire HIV infection perinatally are at higher risk of early death than 
those acquiring infection through breastmilk: a meta-analysis. PLoS One, 7(2). e28510. 
DOI: 10.1371/journal.pone.0028510. 

57. Adler C., Haelterman E., Barlow P., Marchant A., Levy J, and Goetghebuer T. (2015). 
Severe Infections in HIV-Exposed Uninfected Infants Born in a European Country. 
PLoS One, 10(8). e0135375. DOI: 10.1371/journal.pone.0135375. 

58. Weber J. (2001). The pathogenesis of HIV-1 infection. Br Med Bull, 58. 61-72. 



64 
 

59. Porter K., Johnson AM., Phillips AN, and Darbyshire JH. (1999). The practical 
significance of potential biases in estimates of the AIDS incubation period distribution 
in the UK register of HIV seroconverters. AIDS, 13(14). 1943-51. 

60. Lemp GF., Payne SF., Rutherford GW., Hessol NA., Winkelstein W, Jr.., Wiley JA., et 
al. (1990). Projections of AIDS morbidity and mortality in San Francisco. JAMA, 
263(11). 1497-501. 

61. Nakagawa F., Lodwick RK., Smith CJ., Smith R., Cambiano V., Lundgren JD., et al. 
(2012). Projected life expectancy of people with HIV according to timing of diagnosis. 
AIDS, 26(3). 335-43. DOI: 10.1097/QAD.0b013e32834dcec9. 

62. Taha TE., Graham SM., Kumwenda NI., Broadhead RL., Hoover DR., Markakis D., et 
al. (2000). Morbidity among human immunodeficiency virus-1-infected and -uninfected 
African children. Pediatrics, 106(6). E77. 

63. Spira R., Lepage P., Msellati P., Van De Perre P., Leroy V., Simonon A., et al. (1999). 
Natural history of human immunodeficiency virus type 1 infection in children: a five-
year prospective study in Rwanda. Mother-to-Child HIV-1 Transmission Study Group. 
Pediatrics, 104(5). e56. 

64. Kabue MM., Buck WC., Wanless SR., Cox CM., McCollum ED., Caviness AC., et al. 
(2012). Mortality and clinical outcomes in HIV-infected children on antiretroviral 
therapy in Malawi, Lesotho, and Swaziland. Pediatrics, 130(3). e591-9. DOI: 
10.1542/peds.2011-1187. 

65. Lumbiganon P., Kariminia A., Aurpibul L., Hansudewechakul R., Puthanakit T., 
Kurniati N., et al. (2011). Survival of HIV-infected children: a cohort study from the 
Asia-Pacific region. J Acquir Immune Defic Syndr, 56(4). 365-71. DOI: 
10.1097/QAI.0b013e318207a55b. 

66. Brady MT., Oleske JM., Williams PL., Elgie C., Mofenson LM., Dankner WM., et al. 
(2010). Declines in mortality rates and changes in causes of death in HIV-1-infected 
children during the HAART era. J Acquir Immune Defic Syndr, 53(1). 86-94. DOI: 
10.1097/QAI.0b013e3181b9869f. 

67. Gebremedhin A., Gebremariam S., Haile F., Weldearegawi B, and Decotelli C. (2013). 
Predictors of mortality among HIV infected children on anti-retroviral therapy in 
Mekelle Hospital, Northern Ethiopia: a retrospective cohort study. BMC Public Health, 
13. 1047. DOI: 10.1186/1471-2458-13-1047. 

68. Ebissa G., Deyessa N, and Biadgilign S. (2015). Predictors of early mortality in a cohort 
of HIV-infected children receiving high active antiretroviral treatment in public 
hospitals in Ethiopia. AIDS Care, 27(6). 723-30. DOI: 10.1080/09540121.2014.997180. 

69. Cohen MS., Chen YQ., McCauley M., Gamble T., Hosseinipour MC., Kumarasamy N., 
et al. (2011). Prevention of HIV-1 infection with early antiretroviral therapy. N Engl J 
Med, 365(6). 493-505. DOI: 10.1056/NEJMoa1105243. 

70. Cao W., Mehraj V., Trottier B., Baril JG., Leblanc R., Lebouche B., et al. (2016). Early 
Initiation Rather Than Prolonged Duration of Antiretroviral Therapy in HIV Infection 
Contributes to the Normalization of CD8 T-Cell Counts. Clin Infect Dis, 62(2). 250-7. 
DOI: 10.1093/cid/civ809. 



 

65 
 

71. Fish R., Judd A., Jungmann E., O'Leary C, and Foster C. (2014). Mortality in perinatally 
HIV-infected young people in England following transition to adult care: an HIV Young 
Persons Network (HYPNet) audit. HIV Med, 15(4). 239-44. DOI: 10.1111/hiv.12091. 

72. Foster C., Judd A., Tookey P., Tudor-Williams G., Dunn D., Shingadia D., et al. (2009). 
Young people in the United Kingdom and Ireland with perinatally acquired HIV: the 
pediatric legacy for adult services. AIDS Patient Care STDS, 23(3). 159-66. DOI: 
10.1089/apc.2008.0153. 

73. Schneider E., Whitmore S., Glynn KM., Dominguez K., Mitsch A, and McKenna MT. 
(2008). Revised surveillance case definitions for HIV infection among adults, 
adolescents, and children aged <18 months and for HIV infection and AIDS among 
children aged 18 months to <13 years--United States, 2008. MMWR Recomm Rep, 
57(RR-10). 1-12. 

74. Deeks SG., Lewin SR, and Havlir DV. (2013). The end of AIDS: HIV infection as a 
chronic disease. Lancet, 382(9903). 1525-33. DOI: 10.1016/S0140-6736(13)61809-7. 

75. Wong JK and Yukl SA. (2016). Tissue reservoirs of HIV. Curr Opin HIV AIDS, 11(4). 
362-70. DOI: 10.1097/COH.0000000000000293. 

76. Furtado MR., Callaway DS., Phair JP., Kunstman KJ., Stanton JL., Macken CA., et al. 
(1999). Persistence of HIV-1 transcription in peripheral-blood mononuclear cells in 
patients receiving potent antiretroviral therapy. N Engl J Med, 340(21). 1614-22. DOI: 
10.1056/NEJM199905273402102. 

77. Soriano-Sarabia N., Bateson RE., Dahl NP., Crooks AM., Kuruc JD., Margolis DM., et 
al. (2014). Quantitation of replication-competent HIV-1 in populations of resting CD4+ 
T cells. J Virol, 88(24). 14070-7. DOI: 10.1128/JVI.01900-14. 

78. Chomont N., El-Far M., Ancuta P., Trautmann L., Procopio FA., Yassine-Diab B., et al. 
(2009). HIV reservoir size and persistence are driven by T cell survival and homeostatic 
proliferation. Nat Med, 15(8). 893-900. DOI: 10.1038/nm.1972. 

79. Murray JM., Zaunders JJ., McBride KL., Xu Y., Bailey M., Suzuki K., et al. (2014). 
HIV DNA subspecies persist in both activated and resting memory CD4+ T cells during 
antiretroviral therapy. J Virol, 88(6). 3516-26. DOI: 10.1128/JVI.03331-13. 

80. Pallikkuth S., Sharkey M., Babic DZ., Gupta S., Stone GW., Fischl MA., et al. (2015). 
Peripheral T Follicular Helper Cells Are the Major HIV Reservoir within Central 
Memory CD4 T Cells in Peripheral Blood from Chronically HIV-Infected Individuals 
on Combination Antiretroviral Therapy. J Virol, 90(6). 2718-28. DOI: 
10.1128/JVI.02883-15. 

81. Smith BA., Gartner S., Liu Y., Perelson AS., Stilianakis NI., Keele BF., et al. (2001). 
Persistence of infectious HIV on follicular dendritic cells. J Immunol, 166(1). 690-6. 

82. Avalos CR., Price SL., Forsyth ER., Pin JN., Shirk EN., Bullock BT., et al. (2016). 
Quantitation of Productively Infected Monocytes and Macrophages of Simian 
Immunodeficiency Virus-Infected Macaques. J Virol, 90(12). 5643-56. DOI: 
10.1128/JVI.00290-16. 

83. Igarashi T., Brown CR., Endo Y., Buckler-White A., Plishka R., Bischofberger N., et al. 
(2001). Macrophage are the principal reservoir and sustain high virus loads in rhesus 
macaques after the depletion of CD4+ T cells by a highly pathogenic simian 



66 
 

immunodeficiency virus/HIV type 1 chimera (SHIV): Implications for HIV-1 infections 
of humans. Proc Natl Acad Sci U S A, 98(2). 658-63. DOI: 10.1073/pnas.021551798. 

84. Schmitt MP., Steffan AM., Gendrault JL., Jaeck D., Royer C., Schweitzer C., et al. 
(1990). Multiplication of human immunodeficiency virus in primary cultures of human 
Kupffer cells--possible role of liver macrophage infection in the physiopathology of 
AIDS. Res Virol, 141(2). 143-52. 

85. Gohda J., Ma Y., Huang Y., Zhang Y., Gu L., Han Y., et al. (2015). HIV-1 replicates in 
human osteoclasts and enhances their differentiation in vitro. Retrovirology, 12. 12. 
DOI: 10.1186/s12977-015-0139-7. 

86. Cosenza MA., Zhao ML., Si Q, and Lee SC. (2002). Human brain parenchymal 
microglia express CD14 and CD45 and are productively infected by HIV-1 in HIV-1 
encephalitis. Brain Pathol, 12(4). 442-55. 

87. Lambotte O., Taoufik Y., de Goer MG., Wallon C., Goujard C, and Delfraissy JF. 
(2000). Detection of infectious HIV in circulating monocytes from patients on 
prolonged highly active antiretroviral therapy. J Acquir Immune Defic Syndr, 23(2). 
114-9. 

88. Zhu T., Muthui D., Holte S., Nickle D., Feng F., Brodie S., et al. (2002). Evidence for 
human immunodeficiency virus type 1 replication in vivo in CD14(+) monocytes and its 
potential role as a source of virus in patients on highly active antiretroviral therapy. J 
Virol, 76(2). 707-16. 

89. van der Sluis RM., van Capel TM., Speijer D., Sanders RW., Berkhout B., de Jong EC., 
et al. (2015). Dendritic cell type-specific HIV-1 activation in effector T cells: 
implications for latent HIV-1 reservoir establishment. AIDS, 29(9). 1003-14. DOI: 
10.1097/QAD.0000000000000637. 

90. Badley AD., Sainski A., Wightman F, and Lewin SR. (2013). Altering cell death 
pathways as an approach to cure HIV infection. Cell Death Dis, 4. e718. DOI: 
10.1038/cddis.2013.248. 

91. Marsden MD and Zack JA. (2015). Experimental Approaches for Eliminating Latent 
HIV. For Immunopathol Dis Therap, 6(1-2). 91-99. 

92. Chun TW., Engel D., Berrey MM., Shea T., Corey L, and Fauci AS. (1998). Early 
establishment of a pool of latently infected, resting CD4(+) T cells during primary HIV-
1 infection. Proc Natl Acad Sci U S A, 95(15). 8869-73. 

93. Persaud D., Palumbo PE., Ziemniak C., Hughes MD., Alvero CG., Luzuriaga K., et al. 
(2012). Dynamics of the resting CD4(+) T-cell latent HIV reservoir in infants initiating 
HAART less than 6 months of age. AIDS, 26(12). 1483-90. DOI: 
10.1097/QAD.0b013e3283553638. 

94. Pires A., Hardy G., Gazzard B., Gotch F, and Imami N. (2004). Initiation of 
antiretroviral therapy during recent HIV-1 infection results in lower residual viral 
reservoirs. J Acquir Immune Defic Syndr, 36(3). 783-90. 

95. Watanabe D., Ibe S., Uehira T., Minami R., Sasakawa A., Yajima K., et al. (2011). 
Cellular HIV-1 DNA levels in patients receiving antiretroviral therapy strongly correlate 
with therapy initiation timing but not with therapy duration. BMC Infect Dis, 11. 146. 
DOI: 10.1186/1471-2334-11-146. 



 

67 
 

96. Luzuriaga K., Tabak B., Garber M., Chen YH., Ziemniak C., McManus MM., et al. 
(2014). HIV type 1 (HIV-1) proviral reservoirs decay continuously under sustained 
virologic control in HIV-1-infected children who received early treatment. J Infect Dis, 
210(10). 1529-38. DOI: 10.1093/infdis/jiu297. 

97. Martinez-Bonet M., Puertas MC., Fortuny C., Ouchi D., Mellado MJ., Rojo P., et al. 
(2015). Establishment and Replenishment of the Viral Reservoir in Perinatally HIV-1-
infected Children Initiating Very Early Antiretroviral Therapy. Clin Infect Dis, 61(7). 
1169-78. DOI: 10.1093/cid/civ456. 

98. Pinzone MR., Graf E., Lynch L., McLaughlin B., Hecht FM., Connors M., et al. (2016). 
Monitoring Integration over Time Supports a Role for Cytotoxic T Lymphocytes and 
Ongoing Replication as Determinants of Reservoir Size. J Virol, 90(23). 10436-10445. 
DOI: 10.1128/JVI.00242-16. 

99. Amu S., Lantto Graham R., Bekele Y., Nasi A., Bengtsson C., Rethi B., et al. (2016). 
Dysfunctional phenotypes of CD4+ and CD8+ T cells are comparable in patients 
initiating ART during early or chronic HIV-1 infection. Medicine (Baltimore), 95(23). 
e3738. DOI: 10.1097/md.0000000000003738. 

100. Whitney JB., Hill AL., Sanisetty S., Penaloza-MacMaster P., Liu J., Shetty M., et al. 
(2014). Rapid seeding of the viral reservoir prior to SIV viraemia in rhesus monkeys. 
Nature, 512(7512). 74-7. DOI: 10.1038/nature13594. 

101. Persaud D., Gay H., Ziemniak C., Chen YH., Piatak M, Jr.., Chun TW., et al. (2013). 
Absence of detectable HIV-1 viremia after treatment cessation in an infant. N Engl J 
Med, 369(19). 1828-35. DOI: 10.1056/NEJMoa1302976. 

102. Luzuriaga K., Gay H., Ziemniak C., Sanborn KB., Somasundaran M., Rainwater-Lovett 
K., et al. (2015). Viremic relapse after HIV-1 remission in a perinatally infected child. N 
Engl J Med, 372(8). 786-8. DOI: 10.1056/NEJMc1413931. 

103. Butler KM., Gavin P., Coughlan S., Rochford A., Mc Donagh S., Cunningham O., et al. 
(2015). Rapid viral rebound after 4 years of suppressive therapy in a seronegative HIV-1 
infected infant treated from birth. Pediatr Infect Dis J, 34(3). e48-51. DOI: 
10.1097/INF.0000000000000570. 

104. Frange P., Faye A., Avettand-Fenoel V., Bellaton E., Descamps D., Angin M., et al. 
(2016). HIV-1 virological remission lasting more than 12 years after interruption of 
early antiretroviral therapy in a perinatally infected teenager enrolled in the French 
ANRS EPF-CO10 paediatric cohort: a case report. Lancet HIV, 3(1). e49-54. DOI: 
10.1016/S2352-3018(15)00232-5. 

105. Aupiais C., Faye A., Le Chenadec J., Rouzioux C., Bouallag N., Laurent C., et al. 
(2014). Interruption of cART in clinical practice is associated with an increase in the 
long-term risk of subsequent immunosuppression in HIV-1-infected children. Pediatr 
Infect Dis J, 33(12). 1237-45. DOI: 10.1097/INF.0000000000000450. 

106. Siliciano JD and Siliciano RF. (2005). Enhanced culture assay for detection and 
quantitation of latently infected, resting CD4+ T-cells carrying replication-competent 
virus in HIV-1-infected individuals. Methods Mol Biol, 304. 3-15. DOI: 10.1385/1-
59259-907-9:003. 



68 
 

107. Chun TW., Carruth L., Finzi D., Shen X., DiGiuseppe JA., Taylor H., et al. (1997). 
Quantification of latent tissue reservoirs and total body viral load in HIV-1 infection. 
Nature, 387(6629). 183-8. DOI: 10.1038/387183a0. 

108. Eriksson S., Graf EH., Dahl V., Strain MC., Yukl SA., Lysenko ES., et al. (2013). 
Comparative analysis of measures of viral reservoirs in HIV-1 eradication studies. PLoS 
Pathog, 9(2). e1003174. DOI: 10.1371/journal.ppat.1003174. 

109. Bruner KM., Hosmane NN, and Siliciano RF. (2015). Towards an HIV-1 cure: 
measuring the latent reservoir. Trends Microbiol, 23(4). 192-203. DOI: 
10.1016/j.tim.2015.01.013. 

110. Brenchley JM., Price DA., Schacker TW., Asher TE., Silvestri G., Rao S., et al. (2006). 
Microbial translocation is a cause of systemic immune activation in chronic HIV 
infection. Nat Med, 12(12). 1365-71. DOI: 10.1038/nm1511. 

111. Kristoff J., Haret-Richter G., Ma D., Ribeiro RM., Xu C., Cornell E., et al. (2014). Early 
microbial translocation blockade reduces SIV-mediated inflammation and viral 
replication. J Clin Invest, 124(6). 2802-6. DOI: 10.1172/JCI75090. 

112. Sandler NG and Douek DC. (2012). Microbial translocation in HIV infection: causes, 
consequences and treatment opportunities. Nat Rev Microbiol, 10(9). 655-66. DOI: 
10.1038/nrmicro2848. 

113. Stehle JR, Jr.., Leng X., Kitzman DW., Nicklas BJ., Kritchevsky SB, and High KP. 
(2012). Lipopolysaccharide-binding protein, a surrogate marker of microbial 
translocation, is associated with physical function in healthy older adults. J Gerontol A 
Biol Sci Med Sci, 67(11). 1212-8. DOI: 10.1093/gerona/gls178. 

114. Brenchley JM and Douek DC. (2012). Microbial translocation across the GI tract. Annu 
Rev Immunol, 30. 149-73. DOI: 10.1146/annurev-immunol-020711-075001. 

115. Pilakka-Kanthikeel S., Kris A., Selvaraj A., Swaminathan S, and Pahwa S. (2014). 
Immune activation is associated with increased gut microbial translocation in treatment-
naive, HIV-infected children in a resource-limited setting. J Acquir Immune Defic 
Syndr, 66(1). 16-24. DOI: 10.1097/QAI.0000000000000096. 

116. Marchetti G., Tincati C, and Silvestri G. (2013). Microbial translocation in the 
pathogenesis of HIV infection and AIDS. Clin Microbiol Rev, 26(1). 2-18. DOI: 
10.1128/CMR.00050-12. 

117. Dinh DM., Volpe GE., Duffalo C., Bhalchandra S., Tai AK., Kane AV., et al. (2015). 
Intestinal microbiota, microbial translocation, and systemic inflammation in chronic 
HIV infection. J Infect Dis, 211(1). 19-27. DOI: 10.1093/infdis/jiu409. 

118. Sellers CJ and Wohl DA. (2014). Antiretroviral therapy: when to start. Infect Dis Clin 
North Am, 28(3). 403-20. DOI: 10.1016/j.idc.2014.05.004. 

119. World Health Organization. (2016). Consolidated guidelines on the use of antiretroviral 
drugs for treating and preventing HIV infection Recommendations for a public health 
approach - Second edition.  [Cited 2018 February 15]; Available from: 
http://www.who.int/hiv/pub/arv/arv-2016/en/. 

120. World Health Organization. (2002). Scaling up antiretroviral therapy in resource-limited 
settings: guidelines for a public health approach: executive summary.  [Cited 2018 



 

69 
 

February 15]; Available from: 
http://apps.who.int/iris/bitstream/10665/42514/1/9241545674.pdf. 

121. Ananworanich J., Gayet-Ageron A., Le Braz M., Prasithsirikul W., Chetchotisakd P., 
Kiertiburanakul S., et al. (2006). CD4-guided scheduled treatment interruptions 
compared with continuous therapy for patients infected with HIV-1: results of the 
Staccato randomised trial. Lancet, 368(9534). 459-65. DOI: 10.1016/S0140-
6736(06)69153-8. 

122. Skiest DJ., Su Z., Havlir DV., Robertson KR., Coombs RW., Cain P., et al. (2007). 
Interruption of antiretroviral treatment in HIV-infected patients with preserved immune 
function is associated with a low rate of clinical progression: a prospective study by 
AIDS Clinical Trials Group 5170. J Infect Dis, 195(10). 1426-36. DOI: 
10.1086/512681. 

123. Holodniy M., Brown ST., Cameron DW., Kyriakides TC., Angus B., Babiker A., et al. 
(2011). Results of antiretroviral treatment interruption and intensification in advanced 
multi-drug resistant HIV infection from the OPTIMA trial. PLoS One, 6(3). e14764. 
DOI: 10.1371/journal.pone.0014764. 

124. Pinkevych M., Cromer D., Tolstrup M., Grimm AJ., Cooper DA., Lewin SR., et al. 
(2015). HIV Reactivation from Latency after Treatment Interruption Occurs on Average 
Every 5-8 Days--Implications for HIV Remission. PLoS Pathog, 11(7). e1005000. DOI: 
10.1371/journal.ppat.1005000. 

125. Food and Drug Administration (FDA). (2018). Antiretroviral drugs used in the 
treatment of HIV infection.  [Cited 2018; April 20]. Available from: 
https://www.fda.gov/forpatients/illness/hivaids/treatment/ucm118915.htm. 

126. Panel on Antiretroviral Therapy and Medical Management of HIV-Infected Children. 
(2017). Guidelines for the Use of Antiretroviral Agents in Pediatric HIV Infection.  
[Cited 2018 March 20]; Available from: 
https://aidsinfo.nih.gov/guidelines/html/2/pediatric-arv/444/regimens-recommended-for-
initial-therapy-of-antiretroviral-naive-children. 

127. Haberer J and Mellins C. (2009). Pediatric adherence to HIV antiretroviral therapy. 
Curr HIV/AIDS Rep, 6(4). 194-200. 

128. Binagwaho A., Gisanura N., Agbonyitor M., Wagner CM., Redditt V., Drobac P., et al. 
(2010). Determinants of adherence to highly active antiretroviral therapy among HIV-
infected children in Rwanda. Rwanda Medical Journal, 68(3). 32-39. 

129. Biressaw S., Abegaz WE., Abebe M., Taye WA, and Belay M. (2013). Adherence to 
Antiretroviral Therapy and associated factors among HIV infected children in Ethiopia: 
unannounced home-based pill count versus caregivers' report. BMC Pediatr, 13. 132. 
DOI: 10.1186/1471-2431-13-132. 

130. Polisset J., Ametonou F., Arrive E., Aho A, and Perez F. (2009). Correlates of 
adherence to antiretroviral therapy in HIV-infected children in Lome, Togo, West 
Africa. AIDS Behav, 13(1). 23-32. DOI: 10.1007/s10461-008-9437-6. 

131. Ugwu R and Eneh A. (2013). Factors influencing adherence to paediatric antiretroviral 
therapy in Portharcourt, South- South Nigeria. Pan Afr Med J, 16. 30. DOI: 
10.11604/pamj.2013.16.30.1877. 



70 
 

132. Kim SH., Gerver SM., Fidler S, and Ward H. (2014). Adherence to antiretroviral 
therapy in adolescents living with HIV: systematic review and meta-analysis. AIDS, 
28(13). 1945-56. DOI: 10.1097/QAD.0000000000000316. 

133. Zegeye S and Sendo E. (2015). Adherence to Antiretroviral Therapy among Hiv-
Infected Children Attending Hiwot Fana and Dil-Chora Art Clinic at Referral Hospitals 
in Eastern Ethiopia. J HIV Clin Scientific Res 2 (1): 008, 14(008). 

134. Alemu K., Likisa J., Alebachew M., Temesgen G., Tesfaye G, and Dinsa H. (2014). 
Adherence to Highly Active Antiretroviral Therapy and Predictors of Non-Adherence 
among Pediatrics Attending Ambo Hospital ART Clinic, West Ethiopia. J HIV AIDS 
Infect Dis, 2. 1-7. 

135. Dienstag JL, Acute Viral Hepatitis, in Harrison's Principles of Internal Medicine, 20e, 
J.L. Jameson, et al., Editors. 2017, McGraw-Hill Education: New York, NY. 

136. Liaw YF and Chu CM. (2009). Hepatitis B virus infection. Lancet, 373(9663). 582-92. 
DOI: 10.1016/S0140-6736(09)60207-5. 

137. MacLachlan JH and Cowie BC. (2015). Hepatitis B virus epidemiology. Cold Spring 
Harb Perspect Med, 5(5). a021410. DOI: 10.1101/cshperspect.a021410. 

138. van den Berg R., van Hoogstraten I, and van Agtmael M. (2009). Non-responsiveness to 
hepatitis B vaccination in HIV seropositive patients; possible causes and solutions. 
AIDS Rev, 11(3). 157-64. 

139. Nelson NP., Easterbrook PJ, and McMahon BJ. (2016). Epidemiology of Hepatitis B 
Virus Infection and Impact of Vaccination on Disease. Clin Liver Dis, 20(4). 607-628. 
DOI: 10.1016/j.cld.2016.06.006. 

140. World Health Organization. (2017). Hepatitis B. Fact Sheet N°204. Reviewed July 
2017.  [Cited 2018 February 20]; Available from: 
http://www.who.int/mediacentre/factsheets/fs204/en/. 

141. Hou J., Liu Z, and Gu F. (2005). Epidemiology and Prevention of Hepatitis B Virus 
Infection. Int J Med Sci, 2(1). 50-57. 

142. Alter MJ. (2006). Epidemiology of viral hepatitis and HIV co-infection. J Hepatol, 44(1 
Suppl). S6-9. DOI: 10.1016/j.jhep.2005.11.004. 

143. Stenkvist J., Lidbrink P., Olofsson I., von Sydow M, and Lindh G. (2012). Hepatitis B 
seroprevalence in persons attending youth clinics in Stockholm, Sweden in 2008. Int J 
STD AIDS, 23(11). 767-71. DOI: 10.1258/ijsa.2012.011282. 

144. Belyhun Y., Maier M., Mulu A., Diro E, and Liebert UG. (2016). Hepatitis viruses in 
Ethiopia: a systematic review and meta-analysis. BMC Infect Dis, 16(1). 761. DOI: 
10.1186/s12879-016-2090-1. 

145. Hundie GB., Raj VS., GebreMichael D, and Haagmans BL. (2017). Seroepidemiology 
of hepatitis B and C virus infections among blood donors in Ethiopia. J Med Virol, 
89(7). 1300-1303. DOI: 10.1002/jmv.24770. 

146. Abebe A., Nokes DJ., Dejene A., Enquselassie F., Messele T, and Cutts FT. (2003). 
Seroepidemiology of hepatitis B virus in Addis Ababa, Ethiopia: transmission patterns 
and vaccine control. Epidemiol Infect, 131(1). 757-70. 



 

71 
 

147. Deressa T., Damtie D., Fonseca K., Gao S., Abate E., Alemu S., et al. (2017). The 
burden of hepatitis B virus (HBV) infection, genotypes and drug resistance mutations in 
human immunodeficiency virus-positive patients in Northwest Ethiopia. PLoS One, 
12(12). e0190149. DOI: 10.1371/journal.pone.0190149. 

148. Weldemhret L., Asmelash T., Belodu R, and Gebreegziabiher D. (2016). Sero-
prevalence of HBV and associated risk factors among HIV positive individuals 
attending ART clinic at Mekelle hospital, Tigray, Northern Ethiopia. AIDS Res Ther, 
13. 6. DOI: 10.1186/s12981-016-0090-2. 

149. Kao JH and Chen DS. (2002). Global control of hepatitis B virus infection. Lancet 
Infect Dis, 2(7). 395-403. 

150. Lin CL and Kao JH. (2017). Natural history of acute and chronic hepatitis B: The role of 
HBV genotypes and mutants. Best Pract Res Clin Gastroenterol, 31(3). 249-255. DOI: 
10.1016/j.bpg.2017.04.010. 

151. Sunbul M. (2014). Hepatitis B virus genotypes: global distribution and clinical 
importance. World J Gastroenterol, 20(18). 5427-34. DOI: 10.3748/wjg.v20.i18.5427. 

152. Kidd-Ljunggren K., Myhre E, and Blackberg J. (2004). Clinical and serological 
variation between patients infected with different Hepatitis B virus genotypes. J Clin 
Microbiol, 42(12). 5837-41. DOI: 10.1128/JCM.42.12.5837-5841.2004. 

153. Hundie GB., Raj VS., Michael DG., Pas SD., Osterhaus AD., Koopmans MP., et al. 
(2016). Molecular epidemiology and genetic diversity of hepatitis B virus in Ethiopia. J 
Med Virol, 88(6). 1035-43. DOI: 10.1002/jmv.24437. 

154. Ambachew H., Zheng M., Pappoe F., Shen J, and Xu Y. (2018). Genotyping and sero-
virological characterization of hepatitis B virus (HBV) in blood donors, Southern 
Ethiopia. PLoS One, 13(2). e0193177. DOI: 10.1371/journal.pone.0193177. 

155. Chang JJ and Lewin SR. (2007). Immunopathogenesis of hepatitis B virus infection. 
Immunol Cell Biol, 85(1). 16-23. DOI: 10.1038/sj.icb.7100009. 

156. Ganem D and Prince AM. (2004). Hepatitis B virus infection--natural history and 
clinical consequences. N Engl J Med, 350(11). 1118-29. DOI: 10.1056/NEJMra031087. 

157. Yan H., Zhong G., Xu G., He W., Jing Z., Gao Z., et al. (2012). Sodium taurocholate 
cotransporting polypeptide is a functional receptor for human hepatitis B and D virus. 
Elife, 3. DOI: 10.7554/eLife.00049. 

158. Lamontagne RJ., Bagga S, and Bouchard MJ. (2016). Hepatitis B virus molecular 
biology and pathogenesis. Hepatoma Res, 2. 163-186. DOI: 10.20517/2394-
5079.2016.05. 

159. Boeijen LL., Hoogeveen RC., Boonstra A, and Lauer GM. (2017). Hepatitis B virus 
infection and the immune response: The big questions. Best Pract Res Clin 
Gastroenterol, 31(3). 265-272. DOI: 10.1016/j.bpg.2017.05.003. 

160. You CR., Lee SW., Jang JW, and Yoon SK. (2014). Update on hepatitis B virus 
infection. World J Gastroenterol, 20(37). 13293-305. DOI: 10.3748/wjg.v20.i37.13293. 

161. Kryger P., Mathiesen LR., Aldershville J, and Nielsen JO. (1981). Presence and 
meaning of anti-HBc IgM as determined by ELISA in patients with acute type B 
hepatitis and healthy HBsAg carriers. Hepatology, 1(3). 233-7. 



72 
 

162. Liang TJ. (2009). Hepatitis B: the virus and disease. Hepatology, 49(5 Suppl). S13-21. 
DOI: 10.1002/hep.22881. 

163. Peeridogaheh H., Meshkat Z., Habibzadeh S., Arzanlou M., Shahi JM., Rostami S., et 
al. (2017). Current concepts on immunopathogenesis of hepatitis B virus infection. 
Virus Res, 245. 29-43. DOI: 10.1016/j.virusres.2017.12.007. 

164. World Health Organization. (2015). Guidelines for the prevention, care and treatment of 
persons with chronic hepatitis B infection.  [Cited 2018 February 15]; Available from: 
http://www.who.int/hiv/pub/hepatitis/hepatitis-b-guidelines/en/. 

165. Isogawa M., Robek MD., Furuichi Y, and Chisari FV. (2005). Toll-like receptor 
signaling inhibits hepatitis B virus replication in vivo. J Virol, 79(11). 7269-72. DOI: 
10.1128/JVI.79.11.7269-7272.2005. 

166. Tseng T-C and Huang L-R. (2017). Immunopathogenesis of Hepatitis B Virus. J Infect 
Dis, 216(suppl_8). S765-S770. DOI: 10.1093/infdis/jix356. 

167. Bertoletti A and Ferrari C. (2016). Adaptive immunity in HBV infection. J Hepatol, 
64(1 Suppl). S71-S83. DOI: 10.1016/j.jhep.2016.01.026. 

168. Thimme R., Wieland S., Steiger C., Ghrayeb J., Reimann KA., Purcell RH., et al. 
(2003). CD8(+) T cells mediate viral clearance and disease pathogenesis during acute 
hepatitis B virus infection. J Virol, 77(1). 68-76. 

169. Li J., Han Y., Jin K., Wan Y., Wang S., Liu B., et al. (2011). Dynamic changes of 
cytotoxic T lymphocytes (CTLs), natural killer (NK) cells, and natural killer T (NKT) 
cells in patients with acute hepatitis B infection. Virol J, 8. 199. DOI: 10.1186/1743-
422X-8-199. 

170. Sobao Y., Tomiyama H., Sugi K., Tokunaga M., Ueno T., Saito S., et al. (2002). The 
role of hepatitis B virus-specific memory CD8 T cells in the control of viral replication. 
J Hepatol, 36(1). 105-15. 

171. Ye B., Liu X., Li X., Kong H., Tian L, and Chen Y. (2015). T-cell exhaustion in chronic 
hepatitis B infection: current knowledge and clinical significance. Cell Death Dis, 6. 
e1694. DOI: 10.1038/cddis.2015.42. 

172. Lacombe K., Bottero J., Lemoine M., Boyd A, and Girard PM. (2010). HIV/hepatitis B 
virus co-infection: current challenges and new strategies. J Antimicrob Chemother, 
65(1). 10-7. DOI: 10.1093/jac/dkp414. 

173. Parvez MK. (2015). HBV and HIV co-infection: Impact on liver pathobiology and 
therapeutic approaches. World J Hepatol, 7(1). 121-6. DOI: 10.4254/wjh.v7.i1.121. 

174. Chang JJ., Sirivichayakul S., Avihingsanon A., Thompson AJ., Revill P., Iser D., et al. 
(2009). Impaired quality of the hepatitis B virus (HBV)-specific T-cell response in 
human immunodeficiency virus type 1-HBV coinfection. J Virol, 83(15). 7649-58. DOI: 
10.1128/JVI.00183-09. 

175. Iser DM and Lewin SR. (2009). The pathogenesis of liver disease in the setting of HIV-
hepatitis B virus coinfection. Antivir Ther, 14(2). 155-64. 

176. Terrault NA., Bzowej NH., Chang KM., Hwang JP., Jonas MM, and Murad MH. 
(2016). AASLD guidelines for treatment of chronic hepatitis B. Hepatology, 63(1). 261-
83. DOI: 10.1002/hep.28156. 



 

73 
 

177. Levrero M., Testoni B, and Zoulim F. (2016). HBV cure: why, how, when? Curr Opin 
Virol, 18. 135-43. DOI: 10.1016/j.coviro.2016.06.003. 

178. Revill P., Testoni B., Locarnini S, and Zoulim F. (2016). Global strategies are required 
to cure and eliminate HBV infection. Nat Rev Gastroenterol Hepatol, 13(4). 239-48. 
DOI: 10.1038/nrgastro.2016.7. 

179. Li MM., MacDonald MR, and Rice CM. (2015). To translate, or not to translate: viral 
and host mRNA regulation by interferon-stimulated genes. Trends Cell Biol, 25(6). 320-
9. DOI: 10.1016/j.tcb.2015.02.001. 

180. World Health Organization (WHO). (2002). Hepatitis B. Available from: 
http://www.who.int/iris/handle/10665/67746. 

181. World Health Organization (WHO). (2011). Global routine vaccination coverage, 2010. 
Wkly Epidemiol Rec, 86(46). 509-13. 

182. World Health Organization and UNICEF. (2017). Ethiopia: WHO and UNICEF 
estimates of immunization coverage: 2016 revision.  [Cited 2018 February 20]; 
Available from: https://data.unicef.org/wp-
content/uploads/country_profiles/Ethiopia/immunization_country_profiles/immunizatio
n_eth.pdf. 

183. Shepard CW., Simard EP., Finelli L., Fiore AE, and Bell BP. (2006). Hepatitis B virus 
infection: epidemiology and vaccination. Epidemiol Rev, 28. 112-25. DOI: 
10.1093/epirev/mxj009. 

184. World Health Organization. (2017). Hepatitis B vaccines: WHO position paper–July 
2017. Weekly Epidemiological Record, 92(27). 369-392. 

185. Komatsu H. (2014). Hepatitis B virus: where do we stand and what is the next step for 
eradication? World J Gastroenterol, 20(27). 8998-9016. DOI: 
10.3748/wjg.v20.i27.8998. 

186. Jack AD., Hall AJ., Maine N., Mendy M, and Whittle HC. (1999). What level of 
hepatitis B antibody is protective? J Infect Dis, 179(2). 489-92. DOI: 10.1086/314578. 

187. Advisory Committee on Immunization Practices. (2011). Immunization of health-care 
personnel: recommendations of the Advisory Committee on Immunization Practices 
(ACIP). MMWR. Recommendations and reports: Morbidity and mortality weekly 
report. Recommendations and reports, 60(RR-7). 1. 

188. Venters C., Graham W, and Cassidy W. (2004). Recombivax-HB: perspectives past, 
present and future. Expert Rev Vaccines, 3(2). 119-29. DOI: 
10.1586/14760584.3.4.S119. 

189. Assad S and Francis A. (1999). Over a decade of experience with a yeast recombinant 
hepatitis B vaccine. Vaccine, 18(1-2). 57-67. 

190. Janbakhsh A., Vaziri S., Sayad B., Afsharian M., Rezaei M, and Montazeripour H. 
(2006). Immune response to standard dose of hepatitis B vaccine in HIV positive clients 
of Kermanshah behavioral diseases counseling center. Hepatitis Monthly, 2006(2, 
Spring). 71-74. 

191. Leuridan E and Van Damme P. (2011). Hepatitis B and the need for a booster dose. Clin 
Infect Dis, 53(1). 68-75. DOI: 10.1093/cid/cir270. 



74 
 

192. Van Herck K., Leuridan E, and Van Damme P. (2007). Schedules for hepatitis B 
vaccination of risk groups: balancing immunogenicity and compliance. Sex Transm 
Infect, 83(6). 426-32. DOI: 10.1136/sti.2006.022111. 

193. Zuckerman J. (2003). The place of accelerated schedules for hepatitis A and B 
vaccinations. Drugs, 63(17). 1779-84. 

194. Jin H., Tan Z., Zhang X., Wang B., Zhao Y, and Liu P. (2015). Comparison of 
Accelerated and Standard Hepatitis B Vaccination Schedules in High-Risk Healthy 
Adults: A Meta-Analysis of Randomized Controlled Trials. PLoS One, 10(7). 
e0133464. DOI: 10.1371/journal.pone.0133464. 

195. Bosnak M., Dikici B., Bosnak V, and Haspolat K. (2002). Accelerated hepatitis B 
vaccination schedule in childhood. Pediatr Int, 44(6). 663-5. 

196. Saltoglu N., Inal AS., Tasova Y, and Kandemir O. (2003). Comparison of the 
accelerated and classic vaccination schedules against Hepatitis B: three-week Hepatitis 
B vaccination schedule provides immediate and protective immunity. Ann Clin 
Microbiol Antimicrob, 2. 10. DOI: 10.1186/1476-0711-2-10. 

197. Ghadiri K., Vaziri S., Afsharian M., Jahanbaksh A., Mansouri F., Sayad M., et al. 
(2012). Comparison of the accelerated and standard vaccination schedules against 
hepatitis B in healthcare workers. J Res Med Sci, 17(10). 934-7. 

198. de Vries-Sluijs TE., Hansen BE., van Doornum GJ., Kauffmann RH., Leyten EM., 
Mudrikova T., et al. (2011). A randomized controlled study of accelerated versus 
standard hepatitis B vaccination in HIV-positive patients. J Infect Dis, 203(7). 984-91. 
DOI: 10.1093/infdis/jiq137. 

199. Bruguera M., Rodicio JL., Alcazar JM., Oliver A., Del Rio G, and Esteban-Mur R. 
(1990). Effects of different dose levels and vaccination schedules on immune response 
to a recombinant DNA hepatitis B vaccine in haemodialysis patients. Vaccine, 8 Suppl. 
S47-9; discussion S60-2. 

200. Pettit NN., DePestel DD., Malani PN, and Riddell IV J. (2010). Factors associated with 
seroconversion after standard dose hepatitis B vaccination and high-dose revaccination 
among HIV-infected patients. HIV clinical trials, 11(6). 332-339. 

201. Bagheri-Jamebozorgi M., Keshavarz J., Nemati M., Mohammadi-Hossainabad S., 
Rezayati MT., Nejad-Ghaderi M., et al. (2014). The persistence of anti-HBs antibody 
and anamnestic response 20 years after primary vaccination with recombinant hepatitis 
B vaccine at infancy. Hum Vaccin Immunother, 10(12). 3731-6. DOI: 
10.4161/hv.34393. 

202. McMahon BJ., Dentinger CM., Bruden D., Zanis C., Peters H., Hurlburt D., et al. 
(2009). Antibody levels and protection after hepatitis B vaccine: results of a 22-year 
follow-up study and response to a booster dose. J Infect Dis, 200(9). 1390-1396. 

203. Su TH and Chen PJ. (2012). Emerging hepatitis B virus infection in vaccinated 
populations: a rising concern? Emerg Microbes Infect, 1(9). e27. DOI: 
10.1038/emi.2012.28. 

204. Wu Q., Zhuang GH., Wang XL., Hou TJ., Shah DP., Wei XL., et al. (2012). 
Comparison of long-term immunogenicity (23 years) of 10 mug and 20 mug doses of 



 

75 
 

hepatitis B vaccine in healthy children. Hum Vaccin Immunother, 8(8). 1071-6. DOI: 
10.4161/hv.20656. 

205. Poovorawan Y., Chongsrisawat V., Theamboonlers A., Crasta PD., Messier M, and 
Hardt K. (2013). Long-term anti-HBs antibody persistence following infant vaccination 
against hepatitis B and evaluation of anamnestic response: a 20-year follow-up study in 
Thailand. Hum Vaccin Immunother, 9(8). 1679-84. DOI: 10.4161/hv.24844. 

206. Behre U., Bleckmann G., Crasta PD., Leyssen M., Messier M., Jacquet JM., et al. 
(2012). Long-term anti-HBs antibody persistence and immune memory in children and 
adolescents who received routine childhood hepatitis B vaccination. Hum Vaccin 
Immunother, 8(6). 813-8. DOI: 10.4161/hv.19898. 

207. Spradling PR., Xing J., Williams R., Masunu-Faleafaga Y., Dulski T., Mahamud A., et 
al. (2013). Immunity to hepatitis B virus (HBV) infection two decades after 
implementation of universal infant HBV vaccination: association of detectable residual 
antibodies and response to a single HBV challenge dose. Clin Vaccine Immunol, 20(4). 
559-61. DOI: 10.1128/CVI.00694-12. 

208. Sahana HV., Sarala N, and Prasad SR. (2017). Decrease in Anti-HBs Antibodies over 
Time in Medical Students and Healthcare Workers after Hepatitis B Vaccination. 
Biomed Res Int, 2017. 1327492. DOI: 10.1155/2017/1327492. 

209. Qawasmi M., Samuh M., Glebe D., Gerlich WH, and Azzeh M. (2015). Age-dependent 
decrease of anti-HBs titers and effect of booster doses using 2 different vaccines in 
Palestinian children vaccinated in early childhood. Hum Vaccin Immunother, 11(7). 
1717-24. DOI: 10.1080/21645515.2015.1041687. 

210. Kim HN., Harrington RD., Crane HM., Dhanireddy S., Dellit TH, and Spach DH. 
(2009). Hepatitis B vaccination in HIV-infected adults: current evidence, 
recommendations and practical considerations. Int J STD AIDS, 20(9). 595-600. DOI: 
10.1258/ijsa.2009.009126. 

211. Abramczuk BM., Mazzola TN., Moreno YM., Zorzeto TQ., Quintilio W., Wolf PS., et 
al. (2011). Impaired humoral response to vaccines among HIV-exposed uninfected 
infants. Clin Vaccine Immunol, 18(9). 1406-9. DOI: 10.1128/CVI.05065-11. 

212. Garcia-Knight MA., Nduati E., Hassan AS., Gambo F., Odera D., Etyang TJ., et al. 
(2015). Altered Memory T-Cell Responses to Bacillus Calmette-Guerin and Tetanus 
Toxoid Vaccination and Altered Cytokine Responses to Polyclonal Stimulation in HIV-
Exposed Uninfected Kenyan Infants. PLoS One, 10(11). e0143043. DOI: 
10.1371/journal.pone.0143043. 

213. Kidzeru EB., Hesseling AC., Passmore JA., Myer L., Gamieldien H., Tchakoute CT., et 
al. (2014). In-utero exposure to maternal HIV infection alters T-cell immune responses 
to vaccination in HIV-uninfected infants. AIDS, 28(10). 1421-30. DOI: 
10.1097/QAD.0000000000000292. 

214. Succi RC., Krauss MR., Harris DR., Machado DM., de Moraes-Pinto MI., Mussi-
Pinhata MM., et al. (2017). Immunity Following Childhood Vaccinations in Perinatally 
HIV-Exposed Children with and without HIV Infection in Latin America. Pediatr Infect 
Dis J. DOI: 10.1097/INF.0000000000001831. 

215. Mutwa PR., Boer KR., Rusine JB., Muganga N., Tuyishimire D., Reiss P., et al. (2013). 
Hepatitis B virus prevalence and vaccine response in HIV-infected children and 



76 
 

adolescents on combination antiretroviral therapy in Kigali, Rwanda. Pediatr Infect Dis 
J, 32(3). 246-51. DOI: 10.1097/INF.0b013e318271b93d. 

216. Lao-araya M., Puthanakit T., Aurpibul L., Sirisanthana T, and Sirisanthana V. (2007). 
Antibody response to hepatitis B re-vaccination in HIV-infected children with immune 
recovery on highly active antiretroviral therapy. Vaccine, 25(29). 5324-9. DOI: 
10.1016/j.vaccine.2007.05.006. 

217. Njom AN., Nguwoh PS., Ngounouh CT., Tchidjou HK., Pieme CA., Otélé JM., et al. 
(2016). HIV-Infected or-Exposed Children Exhibit Lower Immunogenicity to Hepatitis 
B Vaccine in Yaoundé, Cameroon: An Appeal for Revised Policies in Tropical 
Settings? PLoS One, 11(9). e0161714-e0161714. 

218. Fernandes SJ., Slhessarenko N, and Souto FJ. (2008). Effects of vertical HIV infection 
on the persistence of anti-HBs after a schedule of three doses of recombinant hepatitis B 
vaccine. Vaccine, 26(8). 1032-7. DOI: 10.1016/j.vaccine.2007.12.020. 

219. Siriaksorn S., Puthanakit T., Sirisanthana T, and Sirisanthana V. (2006). Prevalence of 
protective antibody against hepatitis B virus in HIV-infected children with immune 
recovery after highly active antiretroviral therapy. Vaccine, 24(16). 3095-9. DOI: 
10.1016/j.vaccine.2006.01.045. 

220. Rey D., Krantz V., Partisani M., Schmitt MP., Meyer P., Libbrecht E., et al. (2000). 
Increasing the number of hepatitis B vaccine injections augments anti-HBs response rate 
in HIV-infected patients. Effects on HIV-1 viral load. Vaccine, 18(13). 1161-5. 

221. Psevdos G., Kim JH., Groce V, and Sharp V. (2010). Efficacy of double-dose hepatitis 
B rescue vaccination in HIV-infected patients. AIDS Patient Care STDS, 24(7). 403-7. 
DOI: 10.1089/apc.2009.0340. 

222. Leonardi S., Pratico AD., Lionetti E., Spina M., Vitaliti G, and La Rosa M. (2012). 
Intramuscular vs intradermal route for hepatitis B booster vaccine in celiac children. 
World J Gastroenterol, 18(40). 5729-33. DOI: 10.3748/wjg.v18.i40.5729. 

223. Launay O., van der Vliet D., Rosenberg AR., Michel ML., Piroth L., Rey D., et al. 
(2011). Safety and immunogenicity of 4 intramuscular double doses and 4 intradermal 
low doses vs standard hepatitis B vaccine regimen in adults with HIV-1: a randomized 
controlled trial. JAMA, 305(14). 1432-40. DOI: 10.1001/jama.2011.351. 

224. Haban H., Benchekroun S., Sadeq M., Benjouad A., Amzazi S., Oumzil H., et al. 
(2017). Assessment of the HBV vaccine response in a group of HIV-infected children in 
Morocco. BMC Public Health, 17(1). 752. DOI: 10.1186/s12889-017-4776-8. 

225. Beghin JC., Ruelle J., Sokal E., Bachy A., Krishna M., Hall L., et al. (2017). 
Effectiveness of the South African expanded program of immunization against hepatitis 
B in children infected with human immunodeficiency virus-1 living in a resource-
limited setting of Kwazulu-Natal. J Med Virol, 89(1). 182-185. DOI: 
10.1002/jmv.24598. 

226. Bose D., Chandra J., Dutta R., Jais M., Ray S., Gupta RA., et al. (2016). Immune 
Response to Double Dose Hepatitis-B Vaccine using Four Dose Schedule in HIV 
Infected Children. Indian J Pediatr, 83(8). 772-6. DOI: 10.1007/s12098-015-1984-z. 

227. Belderok SM., Sonder GJ., van Rossum M., van Dijk-Hummelman A., Hartwig N., 
Scherpbier H., et al. (2013). Evaluation of immune responses to combined hepatitis A 



 

77 
 

and B vaccine in HIV-infected children and children on immunosuppressive medication. 
Vaccine, 31(38). 4156-63. DOI: 10.1016/j.vaccine.2013.06.086. 

228. Pippi F., Bracciale L., Stolzuoli L., Giaccherini R., Montomoli E., Gentile C., et al. 
(2008). Serological response to hepatitis B virus vaccine in HIV-infected children in 
Tanzania. HIV Med, 9(7). 519-25. DOI: 10.1111/j.1468-1293.2008.00598.x. 

229. Metodi J., Aboud S., Mpembeni R, and Munubhi E. (2010). Immunity to hepatitis B 
vaccine in Tanzanian under-5 children. Ann Trop Paediatr, 30(2). 129-36. DOI: 
10.1179/146532810X12703902516167. 

230. Walayat S., Ahmed Z., Martin D., Puli S., Cashman M, and Dhillon S. (2015). Recent 
advances in vaccination of non-responders to standard dose hepatitis B virus vaccine. 
World J Hepatol, 7(24). 2503-9. DOI: 10.4254/wjh.v7.i24.2503. 

231. Kashem SW., Haniffa M, and Kaplan DH. (2017). Antigen-Presenting Cells in the Skin. 
Annu Rev Immunol, 35. 469-499. DOI: 10.1146/annurev-immunol-051116-052215. 

232. Hoffman W., Lakkis FG, and Chalasani G. (2016). B Cells, Antibodies, and More. Clin 
J Am Soc Nephrol, 11(1). 137-54. DOI: 10.2215/CJN.09430915. 

233. Shlomchik MJ and Weisel F. (2012). Germinal center selection and the development of 
memory B and plasma cells. Immunol Rev, 247(1). 52-63. DOI: 10.1111/j.1600-
065X.2012.01124.x. 

234. Chen L and Flies DB. (2013). Molecular mechanisms of T cell co-stimulation and co-
inhibition. Nat Rev Immunol, 13(4). 227-42. DOI: 10.1038/nri3405. 

235. Pennock ND., White JT., Cross EW., Cheney EE., Tamburini BA, and Kedl RM. 
(2013). T cell responses: naive to memory and everything in between. Adv Physiol 
Educ, 37(4). 273-83. DOI: 10.1152/advan.00066.2013. 

236. Zhu J and Paul WE. (2010). Heterogeneity and plasticity of T helper cells. Cell Res, 
20(1). 4-12. DOI: 10.1038/cr.2009.138. 

237. Crotty S. (2014). T follicular helper cell differentiation, function, and roles in disease. 
Immunity, 41(4). 529-42. DOI: 10.1016/j.immuni.2014.10.004. 

238. Schmitt E., Klein M, and Bopp T. (2014). Th9 cells, new players in adaptive immunity. 
Trends Immunol, 35(2). 61-8. DOI: 10.1016/j.it.2013.10.004. 

239. Ma CS., Wong N., Rao G., Nguyen A., Avery DT., Payne K., et al. (2016). Unique and 
shared signaling pathways cooperate to regulate the differentiation of human CD4+ T 
cells into distinct effector subsets. J Exp Med, 213(8). 1589-608. DOI: 
10.1084/jem.20151467. 

240. Schmitt N., Liu Y., Bentebibel SE., Munagala I., Bourdery L., Venuprasad K., et al. 
(2014). The cytokine TGF-beta co-opts signaling via STAT3-STAT4 to promote the 
differentiation of human TFH cells. Nat Immunol, 15(9). 856-65. DOI: 10.1038/ni.2947. 

241. Breitfeld D., Ohl L., Kremmer E., Ellwart J., Sallusto F., Lipp M., et al. (2000). 
Follicular B helper T cells express CXC chemokine receptor 5, localize to B cell 
follicles, and support immunoglobulin production. J Exp Med, 192(11). 1545-52. 

242. Schaerli P., Willimann K., Lang AB., Lipp M., Loetscher P, and Moser B. (2000). CXC 
chemokine receptor 5 expression defines follicular homing T cells with B cell helper 
function. J Exp Med, 192(11). 1553-62. 



78 
 

243. Johnston RJ., Poholek AC., DiToro D., Yusuf I., Eto D., Barnett B., et al. (2009). Bcl6 
and Blimp-1 are reciprocal and antagonistic regulators of T follicular helper cell 
differentiation. Science, 325(5943). 1006-10. DOI: 10.1126/science.1175870. 

244. Nurieva RI., Chung Y., Martinez GJ., Yang XO., Tanaka S., Matskevitch TD., et al. 
(2009). Bcl6 mediates the development of T follicular helper cells. Science, 325(5943). 
1001-5. DOI: 10.1126/science.1176676. 

245. Yu D., Rao S., Tsai LM., Lee SK., He Y., Sutcliffe EL., et al. (2009). The 
transcriptional repressor Bcl-6 directs T follicular helper cell lineage commitment. 
Immunity, 31(3). 457-68. DOI: 10.1016/j.immuni.2009.07.002. 

246. De Silva NS and Klein U. (2015). Dynamics of B cells in germinal centres. Nat Rev 
Immunol, 15(3). 137-48. DOI: 10.1038/nri3804. 

247. Linterman MA and Hill DL. (2016). Can follicular helper T cells be targeted to improve 
vaccine efficacy? F1000Res, 5. DOI: 10.12688/f1000research.7388.1. 

248. Vinuesa CG., Tangye SG., Moser B, and Mackay CR. (2005). Follicular B helper T 
cells in antibody responses and autoimmunity. Nat Rev Immunol, 5(11). 853-65. DOI: 
10.1038/nri1714. 

249. Klein U and Dalla-Favera R. (2008). Germinal centres: role in B-cell physiology and 
malignancy. Nat Rev Immunol, 8(1). 22-33. DOI: 10.1038/nri2217. 

250. Allen CD., Ansel KM., Low C., Lesley R., Tamamura H., Fujii N., et al. (2004). 
Germinal center dark and light zone organization is mediated by CXCR4 and CXCR5. 
Nat Immunol, 5(9). 943-52. DOI: 10.1038/ni1100. 

251. Lund FE. (2008). Cytokine-producing B lymphocytes-key regulators of immunity. Curr 
Opin Immunol, 20(3). 332-8. DOI: 10.1016/j.coi.2008.03.003. 

252. Bao Y and Cao X. (2014). The immune potential and immunopathology of cytokine-
producing B cell subsets: a comprehensive review. J Autoimmun, 55. 10-23. DOI: 
10.1016/j.jaut.2014.04.001. 

253. Liu X., Chen X., Zhong B., Wang A., Wang X., Chu F., et al. (2014). Transcription 
factor achaete-scute homologue 2 initiates follicular T-helper-cell development. Nature, 
507(7493). 513-8. DOI: 10.1038/nature12910. 

254. Goenka R., Barnett LG., Silver JS., O'Neill PJ., Hunter CA., Cancro MP., et al. (2011). 
Cutting edge: dendritic cell-restricted antigen presentation initiates the follicular helper 
T cell program but cannot complete ultimate effector differentiation. J Immunol, 187(3). 
1091-5. DOI: 10.4049/jimmunol.1100853. 

255. Sawant DV., Wu H., Yao W., Sehra S., Kaplan MH, and Dent AL. (2015). The 
transcriptional repressor Bcl6 controls the stability of regulatory T cells by intrinsic and 
extrinsic pathways. Immunology, 145(1). 11-23. DOI: 10.1111/imm.12393. 

256. Sawant DV., Sehra S., Nguyen ET., Jadhav R., Englert K., Shinnakasu R., et al. (2012). 
Bcl6 controls the Th2 inflammatory activity of regulatory T cells by repressing Gata3 
function. J Immunol, 189(10). 4759-69. DOI: 10.4049/jimmunol.1201794. 

257. Mondal A., Sawant D, and Dent AL. (2010). Transcriptional repressor BCL6 controls 
Th17 responses by controlling gene expression in both T cells and macrophages. J 
Immunol, 184(8). 4123-32. DOI: 10.4049/jimmunol.0901242. 



 

79 
 

258. Fu W., Liu X., Lin X., Feng H., Sun L., Li S., et al. (2018). Deficiency in T follicular 
regulatory cells promotes autoimmunity. J Exp Med, 215(3). 815-825. DOI: 
10.1084/jem.20170901. 

259. Xu H., Li X., Liu D., Li J., Zhang X., Chen X., et al. (2013). Follicular T-helper cell 
recruitment governed by bystander B cells and ICOS-driven motility. Nature, 
496(7446). 523-7. DOI: 10.1038/nature12058. 

260. Weber JP., Fuhrmann F., Feist RK., Lahmann A., Al Baz MS., Gentz LJ., et al. (2015). 
ICOS maintains the T follicular helper cell phenotype by down-regulating Kruppel-like 
factor 2. J Exp Med, 212(2). 217-33. DOI: 10.1084/jem.20141432. 

261. Kayhty H and Eskola J. (1996). New vaccines for the prevention of pneumococcal 
infections. Emerg Infect Dis, 2(4). 289-98. DOI: 10.3201/eid0204.960404. 

262. Zouali M and Richard Y. (2011). Marginal zone B-cells, a gatekeeper of innate 
immunity. Front Immunol, 2. 63. DOI: 10.3389/fimmu.2011.00063. 

263. Cerutti A., Cols M, and Puga I. (2013). Marginal zone B cells: virtues of innate-like 
antibody-producing lymphocytes. Nat Rev Immunol, 13(2). 118-32. DOI: 
10.1038/nri3383. 

264. El Shikh ME., El Sayed RM., Szakal AK, and Tew JG. (2009). T-independent antibody 
responses to T-dependent antigens: a novel follicular dendritic cell-dependent activity. J 
Immunol, 182(6). 3482-91. DOI: 10.4049/jimmunol.0802317. 

265. Martin F., Oliver AM, and Kearney JF. (2001). Marginal zone and B1 B cells unite in 
the early response against T-independent blood-borne particulate antigens. Immunity, 
14(5). 617-29. 

266. Pichichero ME. (2013). Protein carriers of conjugate vaccines: characteristics, 
development, and clinical trials. Hum Vaccin Immunother, 9(12). 2505-23. DOI: 
10.4161/hv.26109. 

267. Hamel KM., Liarski VM, and Clark MR. (2012). Germinal Center B-cells. 
Autoimmunity, 45(5). 333-347. DOI: 10.3109/08916934.2012.665524. 

268. McHeyzer-Williams M., Okitsu S., Wang N, and McHeyzer-Williams L. (2011). 
Molecular programming of B cell memory. Nat Rev Immunol, 12(1). 24-34. DOI: 
10.1038/nri3128. 

269. Turner JS., Marthi M., Benet ZL, and Grigorova I. (2017). Transiently antigen-primed B 
cells return to naive-like state in absence of T-cell help. Nat Commun, 8. 15072. DOI: 
10.1038/ncomms15072. 

270. Gatto D and Brink R. (2010). The germinal center reaction. J Allergy Clin Immunol, 
126(5). 898-907; quiz 908-9. DOI: 10.1016/j.jaci.2010.09.007. 

271. Ma CS., Deenick EK., Batten M, and Tangye SG. (2012). The origins, function, and 
regulation of T follicular helper cells. J Exp Med, 209(7). 1241-53. DOI: 
10.1084/jem.20120994. 

272. Crotty S. (2011). Follicular helper CD4 T cells (TFH). Annu Rev Immunol, 29. 621-63. 
DOI: 10.1146/annurev-immunol-031210-101400. 



80 
 

273. Tangye SG., Ma CS., Brink R, and Deenick EK. (2013). The good, the bad and the ugly 
- TFH cells in human health and disease. Nat Rev Immunol, 13(6). 412-26. DOI: 
10.1038/nri3447. 

274. Wali S., Sahoo A., Puri S., Alekseev A, and Nurieva R. (2016). Insights into the 
development and regulation of T follicular helper cells. Cytokine, 87. 9-19. DOI: 
10.1016/j.cyto.2016.06.010. 

275. Suh WK. (2015). Life of T follicular helper cells. Mol Cells, 38(3). 195-201. DOI: 
10.14348/molcells.2015.2331. 

276. Choi YS., Kageyama R., Eto D., Escobar TC., Johnston RJ., Monticelli L., et al. (2011). 
ICOS receptor instructs T follicular helper cell versus effector cell differentiation via 
induction of the transcriptional repressor Bcl6. Immunity, 34(6). 932-46. DOI: 
10.1016/j.immuni.2011.03.023. 

277. Wikenheiser DJ and Stumhofer JS. (2016). ICOS Co-Stimulation: Friend or Foe? Front 
Immunol, 7. 304. DOI: 10.3389/fimmu.2016.00304. 

278. Bossaller L., Burger J., Draeger R., Grimbacher B., Knoth R., Plebani A., et al. (2006). 
ICOS deficiency is associated with a severe reduction of CXCR5+CD4 germinal center 
Th cells. J Immunol, 177(7). 4927-32. 

279. Linterman MA., Denton AE., Divekar DP., Zvetkova I., Kane L., Ferreira C., et al. 
(2014). CD28 expression is required after T cell priming for helper T cell responses and 
protective immunity to infection. Elife, 3. DOI: 10.7554/eLife.03180. 

280. Yusuf I., Kageyama R., Monticelli L., Johnston RJ., Ditoro D., Hansen K., et al. (2010). 
Germinal center T follicular helper cell IL-4 production is dependent on signaling 
lymphocytic activation molecule receptor (CD150). J Immunol, 185(1). 190-202. DOI: 
10.4049/jimmunol.0903505. 

281. Qi H., Cannons JL., Klauschen F., Schwartzberg PL, and Germain RN. (2008). SAP-
controlled T-B cell interactions underlie germinal centre formation. Nature, 455(7214). 
764-9. DOI: 10.1038/nature07345. 

282. Good-Jacobson KL., Szumilas CG., Chen L., Sharpe AH., Tomayko MM, and 
Shlomchik MJ. (2010). PD-1 regulates germinal center B cell survival and the formation 
and affinity of long-lived plasma cells. Nat Immunol, 11(6). 535-42. DOI: 
10.1038/ni.1877. 

283. Belanger S and Crotty S. (2016). Dances with cytokines, featuring TFH cells, IL-21, IL-
4 and B cells. Nat Immunol, 17(10). 1135-6. DOI: 10.1038/ni.3561. 

284. Kurosaki T., Kometani K, and Ise W. (2015). Memory B cells. Nat Rev Immunol, 15(3). 
149-59. DOI: 10.1038/nri3802. 

285. Sage PT and Sharpe AH. (2015). T follicular regulatory cells in the regulation of B cell 
responses. Trends Immunol, 36(7). 410-8. DOI: 10.1016/j.it.2015.05.005. 

286. Aloulou M., Carr EJ., Gador M., Bignon A., Liblau RS., Fazilleau N., et al. (2016). 
Follicular regulatory T cells can be specific for the immunizing antigen and derive from 
naive T cells. Nat Commun, 7. 10579. DOI: 10.1038/ncomms10579. 



 

81 
 

287. Linterman MA., Pierson W., Lee SK., Kallies A., Kawamoto S., Rayner TF., et al. 
(2011). Foxp3+ follicular regulatory T cells control the germinal center response. Nat 
Med, 17(8). 975-82. DOI: 10.1038/nm.2425. 

288. Wollenberg I., Agua-Doce A., Hernandez A., Almeida C., Oliveira VG., Faro J., et al. 
(2011). Regulation of the germinal center reaction by Foxp3+ follicular regulatory T 
cells. J Immunol, 187(9). 4553-60. DOI: 10.4049/jimmunol.1101328. 

289. Chung Y., Tanaka S., Chu F., Nurieva RI., Martinez GJ., Rawal S., et al. (2011). 
Follicular regulatory T cells expressing Foxp3 and Bcl-6 suppress germinal center 
reactions. Nat Med, 17(8). 983-8. DOI: 10.1038/nm.2426. 

290. Sage PT., Francisco LM., Carman CV, and Sharpe AH. (2013). PD-1 controls lymph 
node and blood T follicular regulatory cells. Nature Immunology, 14(2). 152. 

291. Yaqub O., Castle-Clarke S., Sevdalis N, and Chataway J. (2014). Attitudes to 
vaccination: a critical review. Soc Sci Med, 112. 1-11. DOI: 
10.1016/j.socscimed.2014.04.018. 

292. Seo YB., Im SJ., Namkoong H., Kim SW., Choi YW., Kang MC., et al. (2014). Crucial 
roles of interleukin-7 in the development of T follicular helper cells and in the induction 
of humoral immunity. J Virol, 88(16). 8998-9009. DOI: 10.1128/JVI.00534-14. 

293. Su C., Duan X., Zheng J., Liang L., Wang F, and Guo L. (2013). IFN-alpha as an 
Adjuvant for Adenovirus-Vectored FMDV Subunit Vaccine through Improving the 
Generation of T Follicular Helper Cells. PLoS One, 8(6). e66134. DOI: 
10.1371/journal.pone.0066134. 

294. Locci M., Havenar-Daughton C., Landais E., Wu J., Kroenke MA., Arlehamn CL., et al. 
(2013). Human circulating PD-1+CXCR3-CXCR5+ memory Tfh cells are highly 
functional and correlate with broadly neutralizing HIV antibody responses. Immunity, 
39(4). 758-69. DOI: 10.1016/j.immuni.2013.08.031. 

295. He J., Tsai LM., Leong YA., Hu X., Ma CS., Chevalier N., et al. (2013). Circulating 
precursor CCR7(lo)PD-1(hi) CXCR5(+) CD4(+) T cells indicate Tfh cell activity and 
promote antibody responses upon antigen reexposure. Immunity, 39(4). 770-81. DOI: 
10.1016/j.immuni.2013.09.007. 

296. Bentebibel SE., Khurana S., Schmitt N., Kurup P., Mueller C., Obermoser G., et al. 
(2016). ICOS(+)PD-1(+)CXCR3(+) T follicular helper cells contribute to the generation 
of high-avidity antibodies following influenza vaccination. Sci Rep, 6. 26494. DOI: 
10.1038/srep26494. 

297. Spensieri F., Siena E., Borgogni E., Zedda L., Cantisani R., Chiappini N., et al. (2016). 
Early Rise of Blood T Follicular Helper Cell Subsets and Baseline Immunity as 
Predictors of Persisting Late Functional Antibody Responses to Vaccination in Humans. 
PLoS One, 11(6). e0157066. DOI: 10.1371/journal.pone.0157066. 

298. Bentebibel SE., Lopez S., Obermoser G., Schmitt N., Mueller C., Harrod C., et al. 
(2013). Induction of ICOS+CXCR3+CXCR5+ TH cells correlates with antibody 
responses to influenza vaccination. Sci Transl Med, 5(176). 176ra32. DOI: 
10.1126/scitranslmed.3005191. 

299. Farooq F., Beck K., Paolino KM., Phillips R., Waters NC., Regules JA., et al. (2016). 
Circulating follicular T helper cells and cytokine profile in humans following 



82 
 

vaccination with the rVSV-ZEBOV Ebola vaccine. Sci Rep, 6. 27944. DOI: 
10.1038/srep27944. 

300. Havenar-Daughton C., Lindqvist M., Heit A., Wu JE., Reiss SM., Kendric K., et al. 
(2016). CXCL13 is a plasma biomarker of germinal center activity. Proc Natl Acad Sci 
U S A, 113(10). 2702-7. DOI: 10.1073/pnas.1520112113. 

301. Li JQ., Hu SY., Wang ZY., Lin J., Jian S., Dong YC., et al. (2015). MicroRNA-125-5p 
targeted CXCL13: a potential biomarker associated with immune thrombocytopenia. 
Am J Transl Res, 7(4). 772-80. 

302. Wu B., Wang W., Zhan Y., Li F., Zou S., Sun L., et al. (2015). CXCL13, CCL4, and 
sTNFR as circulating inflammatory cytokine markers in primary and SLE-related 
autoimmune hemolytic anemia. J Transl Med, 13. 112. DOI: 10.1186/s12967-015-0474-
4. 

303. Greisen SR., Schelde KK., Rasmussen TK., Kragstrup TW., Stengaard-Pedersen K., 
Hetland ML., et al. (2014). CXCL13 predicts disease activity in early rheumatoid 
arthritis and could be an indicator of the therapeutic 'window of opportunity'. Arthritis 
Res Ther, 16(5). 434. DOI: 10.1186/s13075-014-0434-z. 

304. Vuga LJ., Tedrow JR., Pandit KV., Tan J., Kass DJ., Xue J., et al. (2014). C-X-C motif 
chemokine 13 (CXCL13) is a prognostic biomarker of idiopathic pulmonary fibrosis. 
Am J Respir Crit Care Med, 189(8). 966-74. DOI: 10.1164/rccm.201309-1592OC. 

305. Widney DP., Breen EC., Boscardin WJ., Kitchen SG., Alcantar JM., Smith JB., et al. 
(2005). Serum levels of the homeostatic B cell chemokine, CXCL13, are elevated 
during HIV infection. J Interferon Cytokine Res, 25(11). 702-6. DOI: 
10.1089/jir.2005.25.702. 

306. Regidor DL., Detels R., Breen EC., Widney DP., Jacobson LP., Palella F., et al. (2011). 
Effect of highly active antiretroviral therapy on biomarkers of B-lymphocyte activation 
and inflammation. AIDS, 25(3). 303-14. DOI: 10.1097/QAD.0b013e32834273ad. 

307. Thakur A., Pedersen LE, and Jungersen G. (2012). Immune markers and correlates of 
protection for vaccine induced immune responses. Vaccine, 30(33). 4907-20. DOI: 
10.1016/j.vaccine.2012.05.049. 

308. Jaspan HB., Lawn SD., Safrit JT, and Bekker LG. (2006). The maturing immune 
system: implications for development and testing HIV-1 vaccines for children and 
adolescents. AIDS, 20(4). 483-94. DOI: 10.1097/01.aids.0000210602.40267.60. 

309. Siegrist CA. (2001). Neonatal and early life vaccinology. Vaccine, 19(25-26). 3331-46. 

310. Schacker T. (2008). The role of secondary lymphatic tissue in immune deficiency of 
HIV infection. AIDS, 22 Suppl 3. S13-8. DOI: 10.1097/01.aids.0000327511.76126.b5. 

311. Cubas RA., Mudd JC., Savoye AL., Perreau M., van Grevenynghe J., Metcalf T., et al. 
(2013). Inadequate T follicular cell help impairs B cell immunity during HIV infection. 
Nat Med, 19(4). 494-9. DOI: 10.1038/nm.3109. 

312. De Milito A., Nilsson A., Titanji K., Thorstensson R., Reizenstein E., Narita M., et al. 
(2004). Mechanisms of hypergammaglobulinemia and impaired antigen-specific 
humoral immunity in HIV-1 infection. Blood, 103(6). 2180-6. DOI: 10.1182/blood-
2003-07-2375. 



 

83 
 

313. Titanji K., Chiodi F., Bellocco R., Schepis D., Osorio L., Tassandin C., et al. (2005). 
Primary HIV-1 infection sets the stage for important B lymphocyte dysfunctions. AIDS, 
19(17). 1947-55. 

314. Titanji K., De Milito A., Cagigi A., Thorstensson R., Grutzmeier S., Atlas A., et al. 
(2006). Loss of memory B cells impairs maintenance of long-term serologic memory 
during HIV-1 infection. Blood, 108(5). 1580-7. DOI: 10.1182/blood-2005-11-013383. 

315. Pensieroso S., Cagigi A., Palma P., Nilsson A., Capponi C., Freda E., et al. (2009). 
Timing of HAART defines the integrity of memory B cells and the longevity of 
humoral responses in HIV-1 vertically-infected children. Proc Natl Acad Sci U S A, 
106(19). 7939-44. DOI: 10.1073/pnas.0901702106. 

316. Chiodi F. (2010). New therapy to revert dysfunctional antibody responses during HIV-1 
infection. J Clin Invest, 120(11). 3810-3. DOI: 10.1172/JCI44872. 

317. Chun TW., Stuyver L., Mizell SB., Ehler LA., Mican JA., Baseler M., et al. (1997). 
Presence of an inducible HIV-1 latent reservoir during highly active antiretroviral 
therapy. Proc Natl Acad Sci U S A, 94(24). 13193-7. 

318. de Wit J., Jorritsma T., Makuch M., Remmerswaal EB., Klaasse Bos H., Souwer Y., et 
al. (2015). Human B cells promote T-cell plasticity to optimize antibody response by 
inducing coexpression of T(H)1/T(FH) signatures. J Allergy Clin Immunol, 135(4). 
1053-60. DOI: 10.1016/j.jaci.2014.08.012. 

319. Moir S and Fauci AS. (2009). B cells in HIV infection and disease. Nat Rev Immunol, 
9(4). 235-45. DOI: 10.1038/nri2524. 

320. Moir S and Fauci AS. (2013). Insights into B cells and HIV-specific B-cell responses in 
HIV-infected individuals. Immunol Rev, 254(1). 207-24. DOI: 10.1111/imr.12067. 

321. Pensieroso S., Galli L., Nozza S., Ruffin N., Castagna A., Tambussi G., et al. (2013). B-
cell subset alterations and correlated factors in HIV-1 infection. AIDS, 27(8). 1209-17. 
DOI: 10.1097/QAD.0b013e32835edc47. 

322. Bekele Y., Amu S., Bobosha K., Lantto R., Nilsson A., Endale B., et al. (2015). 
Impaired Phenotype and Function of T Follicular Helper Cells in HIV-1-Infected 
Children Receiving ART. Medicine (Baltimore), 94(27). e1125. DOI: 
10.1097/md.0000000000001125. 

323. Moir S., Malaspina A., Li Y., Chun TW., Lowe T., Adelsberger J., et al. (2000). B cells 
of HIV-1-infected patients bind virions through CD21-complement interactions and 
transmit infectious virus to activated T cells. J Exp Med, 192(5). 637-46. 

324. Moir S., Malaspina A., Ho J., Wang W., Dipoto AC., O'Shea MA., et al. (2008). 
Normalization of B cell counts and subpopulations after antiretroviral therapy in chronic 
HIV disease. J Infect Dis, 197(4). 572-9. DOI: 10.1086/526789. 

325. Amu S., Lavy-Shahaf G., Cagigi A., Hejdeman B., Nozza S., Lopalco L., et al. (2014). 
Frequency and phenotype of B cell subpopulations in young and aged HIV-1 infected 
patients receiving ART. Retrovirology, 11(1). 76. DOI: 10.1186/s12977-014-0076-x. 

326. Malaspina A., Moir S., Ho J., Wang W., Howell ML., O'Shea MA., et al. (2006). 
Appearance of immature/transitional B cells in HIV-infected individuals with advanced 
disease: correlation with increased IL-7. Proc Natl Acad Sci U S A, 103(7). 2262-7. 
DOI: 10.1073/pnas.0511094103. 



84 
 

327. Cagigi A., Palma P., Nilsson A., Di Cesare S., Pensieroso S., Kakoulidou M., et al. 
(2010). The impact of active HIV-1 replication on the physiological age-related decline 
of immature-transitional B-cells in HIV-1 infected children. AIDS, 24(13). 2075-80. 
DOI: 10.1097/QAD.0b013e32833c3298. 

328. Amu S., Fievez V., Nozza S., Lopalco L, and Chiodi F. (2016). Dysfunctions in the 
migratory phenotype and properties of circulating immature transitional B cells during 
HIV-1 infection. AIDS, 30(14). 2169-77. DOI: 10.1097/QAD.0000000000001182. 

329. Bamford A., Hart M., Lyall H., Goldblatt D., Kelleher P, and Kampmann B. (2015). 
The influence of paediatric HIV infection on circulating B cell subsets and CXCR5(+) T 
helper cells. Clin Exp Immunol, 181(1). 110-7. DOI: 10.1111/cei.12618. 

330. Muema DM., Macharia GN., Olusola BA., Hassan AS., Fegan GW., Berkley JA., et al. 
(2017). Proportions of circulating follicular helper T cells are reduced and correlate with 
memory B cells in HIV-infected children. PLoS One, 12(4). e0175570. DOI: 
10.1371/journal.pone.0175570. 

331. Mabuka JM., Dugast AS., Muema DM., Reddy T., Ramlakhan Y., Euler Z., et al. 
(2017). Plasma CXCL13 but Not B Cell Frequencies in Acute HIV Infection Predicts 
Emergence of Cross-Neutralizing Antibodies. Front Immunol, 8. 1104. DOI: 
10.3389/fimmu.2017.01104. 

332. Pastor L., Urrea V., Carrillo J., Parker E., Fuente-Soro L., Jairoce C., et al. (2017). 
Dynamics of CD4 and CD8 T-Cell Subsets and Inflammatory Biomarkers during Early 
and Chronic HIV Infection in Mozambican Adults. Front Immunol, 8. 1925. DOI: 
10.3389/fimmu.2017.01925. 

333. Fontaine J., Chagnon-Choquet J., Valcke HS., Poudrier J, and Roger M. (2011). High 
expression levels of B lymphocyte stimulator (BLyS) by dendritic cells correlate with 
HIV-related B-cell disease progression in humans. Blood, 117(1). 145-55. DOI: 
10.1182/blood-2010-08-301887. 

334. Muema DM., Macharia GN., Hassan AS., Mwaringa SM., Fegan GW., Berkley JA., et 
al. (2015). Control of Viremia Enables Acquisition of Resting Memory B Cells with 
Age and Normalization of Activated B Cell Phenotypes in HIV-Infected Children. J 
Immunol, 195(3). 1082-91. DOI: 10.4049/jimmunol.1500491. 

335. Moir S., Malaspina A., Pickeral OK., Donoghue ET., Vasquez J., Miller NJ., et al. 
(2004). Decreased survival of B cells of HIV-viremic patients mediated by altered 
expression of receptors of the TNF superfamily. J Exp Med, 200(5). 587-99. DOI: 
10.1084/jem.20032236. 

336. Boswell KL., Paris R., Boritz E., Ambrozak D., Yamamoto T., Darko S., et al. (2014). 
Loss of circulating CD4 T cells with B cell helper function during chronic HIV 
infection. PLoS Pathog, 10(1). e1003853. DOI: 10.1371/journal.ppat.1003853. 

337. Hey-Nguyen WJ., Xu Y., Pearson CF., Bailey M., Suzuki K., Tantau R., et al. (2017). 
Quantification of Residual Germinal Center Activity and HIV-1 DNA and RNA Levels 
Using Fine Needle Biopsies of Lymph Nodes During Antiretroviral Therapy. AIDS Res 
Hum Retroviruses, 33(7). 648-657. DOI: 10.1089/aid.2016.0171. 

338. Buckner CM., Moir S., Ho J., Wang W., Posada JG., Kardava L., et al. (2013). 
Characterization of plasmablasts in the blood of HIV-infected viremic individuals: 



 

85 
 

evidence for nonspecific immune activation. J Virol, 87(10). 5800-11. DOI: 
10.1128/JVI.00094-13. 

339. Perreau M., Savoye AL., De Crignis E., Corpataux JM., Cubas R., Haddad EK., et al. 
(2013). Follicular helper T cells serve as the major CD4 T cell compartment for HIV-1 
infection, replication, and production. J Exp Med, 210(1). 143-56. DOI: 
10.1084/jem.20121932. 

340. de Armas LR., Cotugno N., Pallikkuth S., Pan L., Rinaldi S., Sanchez MC., et al. 
(2017). Induction of IL21 in Peripheral T Follicular Helper Cells Is an Indicator of 
Influenza Vaccine Response in a Previously Vaccinated HIV-Infected Pediatric Cohort. 
J Immunol, 198(5). 1995-2005. DOI: 10.4049/jimmunol.1601425. 

341. Cubas R., van Grevenynghe J., Wills S., Kardava L., Santich BH., Buckner CM., et al. 
(2015). Reversible Reprogramming of Circulating Memory T Follicular Helper Cell 
Function during Chronic HIV Infection. J Immunol, 195(12). 5625-36. DOI: 
10.4049/jimmunol.1501524. 

342. Pallikkuth S., Parmigiani A., Silva SY., George VK., Fischl M., Pahwa R., et al. (2012). 
Impaired peripheral blood T-follicular helper cell function in HIV-infected 
nonresponders to the 2009 H1N1/09 vaccine. Blood, 120(5). 985-93. DOI: 
10.1182/blood-2011-12-396648. 

343. Lindqvist M., van Lunzen J., Soghoian DZ., Kuhl BD., Ranasinghe S., Kranias G., et al. 
(2012). Expansion of HIV-specific T follicular helper cells in chronic HIV infection. J 
Clin Invest, 122(9). 3271-80. DOI: 10.1172/JCI64314. 

344. Colineau L., Rouers A., Yamamoto T., Xu Y., Urrutia A., Pham HP., et al. (2015). HIV-
Infected Spleens Present Altered Follicular Helper T Cell (Tfh) Subsets and Skewed B 
Cell Maturation. PLoS One, 10(10). e0140978. DOI: 10.1371/journal.pone.0140978. 

345. Miles B., Miller SM., Folkvord JM., Kimball A., Chamanian M., Meditz AL., et al. 
(2015). Follicular regulatory T cells impair follicular T helper cells in HIV and SIV 
infection. Nat Commun, 6. 8608. DOI: 10.1038/ncomms9608. 

346. Chowdhury A., Del Rio Estrada PM., Tharp GK., Trible RP., Amara RR., Chahroudi 
A., et al. (2015). Decreased T Follicular Regulatory Cell/T Follicular Helper Cell (TFH) 
in Simian Immunodeficiency Virus-Infected Rhesus Macaques May Contribute to 
Accumulation of TFH in Chronic Infection. J Immunol, 195(7). 3237-47. DOI: 
10.4049/jimmunol.1402701. 

347. Blackburn MJ., Zhong-Min M., Caccuri F., McKinnon K., Schifanella L., Guan Y., et 
al. (2015). Regulatory and Helper Follicular T Cells and Antibody Avidity to Simian 
Immunodeficiency Virus Glycoprotein 120. J Immunol, 195(7). 3227-36. DOI: 
10.4049/jimmunol.1402699. 

348. Leong YA., Atnerkar A, and Yu D. (2017). Human Immunodeficiency Virus Playing 
Hide-and-Seek: Understanding the TFH Cell Reservoir and Proposing Strategies to 
Overcome the Follicle Sanctuary. Front Immunol, 8. 622. DOI: 
10.3389/fimmu.2017.00622. 

349. Thornhill JP., Fidler S., Klenerman P., Frater J, and Phetsouphanh C. (2017). The Role 
of CD4+ T Follicular Helper Cells in HIV Infection: From the Germinal Center to the 
Periphery. Front Immunol, 8. 46. DOI: 10.3389/fimmu.2017.00046. 



86 
 

350. Fletcher CV., Staskus K., Wietgrefe SW., Rothenberger M., Reilly C., Chipman JG., et 
al. (2014). Persistent HIV-1 replication is associated with lower antiretroviral drug 
concentrations in lymphatic tissues. Proc Natl Acad Sci U S A, 111(6). 2307-12. DOI: 
10.1073/pnas.1318249111. 

351. Kohler SL., Pham MN., Folkvord JM., Arends T., Miller SM., Miles B., et al. (2016). 
Germinal Center T Follicular Helper Cells Are Highly Permissive to HIV-1 and Alter 
Their Phenotype during Virus Replication. J Immunol, 196(6). 2711-22. DOI: 
10.4049/jimmunol.1502174. 

352. Xu Y., Phetsouphanh C., Suzuki K., Aggrawal A., Graff-Dubois S., Roche M., et al. 
(2017). HIV-1 and SIV Predominantly Use CCR5 Expressed on a Precursor Population 
to Establish Infection in T Follicular Helper Cells. Front Immunol, 8. 376. DOI: 
10.3389/fimmu.2017.00376. 

353. Xu H., Wang X., Malam N., Aye PP., Alvarez X., Lackner AA., et al. (2015). Persistent 
Simian Immunodeficiency Virus Infection Drives Differentiation, Aberrant 
Accumulation, and Latent Infection of Germinal Center Follicular T Helper Cells. J 
Virol, 90(3). 1578-87. DOI: 10.1128/JVI.02471-15. 

354. Allam A., Majji S., Peachman K., Jagodzinski L., Kim J., Ratto-Kim S., et al. (2015). 
TFH cells accumulate in mucosal tissues of humanized-DRAG mice and are highly 
permissive to HIV-1. Sci Rep, 5. 10443. DOI: 10.1038/srep10443. 

355. Amet T., Son YM., Jiang L., Cheon IS., Huang S., Gupta SK., et al. (2017). BCL6 
represses antiviral resistance in follicular T helper cells. J Leukoc Biol, 102(2). 527-536. 
DOI: 10.1189/jlb.4A1216-513RR. 

356. Garcia M., Gorgolas M., Cabello A., Estrada V., Ligos JM., Fernandez-Guerrero M., et 
al. (2017). Peripheral T follicular helper Cells Make a Difference in HIV Reservoir Size 
between Elite Controllers and Patients on Successful cART. Sci Rep, 7(1). 16799. DOI: 
10.1038/s41598-017-17057-y. 

357. Miller SM., Miles B., Guo K., Folkvord J., Meditz AL., McCarter MD., et al. (2017). 
Follicular Regulatory T Cells Are Highly Permissive to R5-Tropic HIV-1. J Virol, 
91(17). DOI: 10.1128/JVI.00430-17. 

358. Morita R., Schmitt N., Bentebibel SE., Ranganathan R., Bourdery L., Zurawski G., et al. 
(2011). Human blood CXCR5(+)CD4(+) T cells are counterparts of T follicular cells 
and contain specific subsets that differentially support antibody secretion. Immunity, 
34(1). 108-21. DOI: 10.1016/j.immuni.2010.12.012. 

359. Baumjohann D., Preite S., Reboldi A., Ronchi F., Ansel KM., Lanzavecchia A., et al. 
(2013). Persistent antigen and germinal center B cells sustain T follicular helper cell 
responses and phenotype. Immunity, 38(3). 596-605. DOI: 
10.1016/j.immuni.2012.11.020. 

360. Ethiopian Federal Ministry of Health (FMOH). (2008). Guidelines for Paediatric 
HIV/AIDS Care and Treatment in Ethiopia. Available from: 
http://www.hapco.gov.et/index.php/resource-center/guidelines/file/54-ethiopia-
paediatric-hiv-aids-c-and-t-guidline-jul-2008  

361. Newell ML., Coovadia H., Cortina-Borja M., Rollins N., Gaillard P, and Dabis F. 
(2004). Mortality of infected and uninfected infants born to HIV-infected mothers in 



 

87 
 

Africa: a pooled analysis. Lancet, 364(9441). 1236-43. DOI: 10.1016/S0140-
6736(04)17140-7. 

362. Chakraborty R. (2004). Infections and other causes of death in HIV-infected children in 
Africa. Paediatr Respir Rev, 5(2). 132-9. DOI: 10.1016/j.prrv.2004.01.005. 

363. Herati RS., Reuter MA., Dolfi DV., Mansfield KD., Aung H., Badwan OZ., et al. 
(2014). Circulating CXCR5+PD-1+ response predicts influenza vaccine antibody 
responses in young adults but not elderly adults. J Immunol, 193(7). 3528-37. DOI: 
10.4049/jimmunol.1302503. 

364. Gunthard HF., Wong JK., Spina CA., Ignacio C., Kwok S., Christopherson C., et al. 
(2000). Effect of influenza vaccination on viral replication and immune response in 
persons infected with human immunodeficiency virus receiving potent antiretroviral 
therapy. J Infect Dis, 181(2). 522-31. DOI: 10.1086/315260. 

365. Calmy A., Bel M., Nguyen A., Combescure C., Delhumeau C., Meier S., et al. (2012). 
Strong serological responses and HIV RNA increase following AS03-adjuvanted 
pandemic immunization in HIV-infected patients. HIV Med, 13(4). 207-18. DOI: 
10.1111/j.1468-1293.2011.00961.x. 

366. Rucker RP., Day NK., Good RA., Kamchaisatian W., Emmanuel P., Sleasman JW., et 
al. (2004). Effect of influenza virus vaccine on the expression of human 
immunodeficiency virus co-receptor CCR5. Ann Allergy Asthma Immunol, 93(3). 272-6. 
DOI: 10.1016/S1081-1206(10)61500-1. 

367. Onlamoon N., Unpol P., Boonchan M., Sukapirom K., Wittawatmongkol O., 
Chokephaibulkit K., et al. (2013). Immune activation and viral replication after 
vaccination with an influenza A H1N1 2009 vaccine in HIV-infected children receiving 
antiretroviral therapy. Dis Markers, 35(4). 221-7. DOI: 10.1155/2013/276547. 

368. Gosselin A., Monteiro P., Chomont N., Diaz-Griffero F., Said EA., Fonseca S., et al. 
(2010). Peripheral blood CCR4+CCR6+ and CXCR3+CCR6+CD4+ T cells are highly 
permissive to HIV-1 infection. J Immunol, 184(3). 1604-16. DOI: 
10.4049/jimmunol.0903058. 

369. Ding R., Gao W., He Z., Wang H., Conrad CD., Dinney CM., et al. (2015). 
Overrepresentation of Th1- and Th17-like Follicular Helper T Cells in Coronary Artery 
Disease. J Cardiovasc Transl Res, 8(9). 503-5. DOI: 10.1007/s12265-015-9662-0. 

370. Ethiopian Federal Ministry of Health (FMOH). (2014). National guidelines for 
comprehensive HIV prevention, care and treatment. Available from: 
https://aidsfree.usaid.gov/sites/default/files/ethiopia_natl_gl_2014.pdf   

371. Litjens NH., Huisman M., Baan CC., van Druningen CJ, and Betjes MG. (2008). 
Hepatitis B vaccine-specific CD4(+) T cells can be detected and characterised at the 
single cell level: limited usefulness of dendritic cells as signal enhancers. J Immunol 
Methods, 330(1-2). 1-11. DOI: 10.1016/j.jim.2007.10.013. 

372. Gauvin J., Chagnon-Choquet J., Poudrier J, and Roger M. (2016). Fluctuations in Blood 
Marginal Zone B-Cell Frequencies May Reflect Migratory Patterns Associated with 
HIV-1 Disease Progression Status. PLoS One, 11(5). e0155868. DOI: 
10.1371/journal.pone.0155868. 



88 
 

373. Cohen KW., Dugast AS., Alter G., McElrath MJ, and Stamatatos L. (2015). HIV-1 
single-stranded RNA induces CXCL13 secretion in human monocytes via TLR7 
activation and plasmacytoid dendritic cell-derived type I IFN. J Immunol, 194(6). 2769-
75. DOI: 10.4049/jimmunol.1400952. 

374. Abudulai LN., Fernandez S., Corscadden K., Burrows SA., Hunter M., Tjiam MC., et 
al. (2017). Production of IgG antibodies to pneumococcal polysaccharides is associated 
with expansion of ICOS+ circulating memory T follicular-helper cells which is impaired 
by HIV infection. PLoS One, 12(5). e0176641. DOI: 10.1371/journal.pone.0176641. 

375. Henrich TJ., Hatano H., Bacon O., Hogan LE., Rutishauser R., Hill A., et al. (2017). 
HIV-1 persistence following extremely early initiation of antiretroviral therapy (ART) 
during acute HIV-1 infection: An observational study. PLoS Med, 14(11). e1002417. 
DOI: 10.1371/journal.pmed.1002417. 

376. Deeks SG. (2012). HIV: Shock and kill. Nature, 487(7408). 439. 

377. Leitman EM., Thobakgale CF., Adland E., Ansari MA., Raghwani J., Prendergast AJ., 
et al. (2017). Role of HIV-specific CD8(+) T cells in pediatric HIV cure strategies after 
widespread early viral escape. J Exp Med, 214(11). 3239-3261. DOI: 
10.1084/jem.20162123. 

378. McManus M., Mick E., Hudson R., Mofenson LM., Sullivan JL., Somasundaran M., et 
al. (2016). Early Combination Antiretroviral Therapy Limits Exposure to HIV-1 
Replication and Cell-Associated HIV-1 DNA Levels in Infants. PLoS One, 11(4). 
e0154391. DOI: 10.1371/journal.pone.0154391. 

379. Besson GJ., Lalama CM., Bosch RJ., Gandhi RT., Bedison MA., Aga E., et al. (2014). 
HIV-1 DNA decay dynamics in blood during more than a decade of suppressive 
antiretroviral therapy. Clin Infect Dis, 59(9). 1312-21. DOI: 10.1093/cid/ciu585. 

380. Hunt PW., Brenchley J., Sinclair E., McCune JM., Roland M., Page-Shafer K., et al. 
(2008). Relationship between T cell activation and CD4+ T cell count in HIV-
seropositive individuals with undetectable plasma HIV RNA levels in the absence of 
therapy. J Infect Dis, 197(1). 126-33. DOI: 10.1086/524143. 

381. Chevalier MF., Didier C., Girard PM., Manea ME., Campa P., Barre-Sinoussi F., et al. 
(2016). CD4 T-Cell Responses in Primary HIV Infection: Interrelationship with 
Immune Activation and Virus Burden. Front Immunol, 7. 395. DOI: 
10.3389/fimmu.2016.00395. 

382. Ladell K., Hellerstein MK., Cesar D., Busch R., Boban D, and McCune JM. (2008). 
Central memory CD8+ T cells appear to have a shorter lifespan and reduced abundance 
as a function of HIV disease progression. J Immunol, 180(12). 7907-18. 

383. Rethi B., Fluur C., Atlas A., Krzyzowska M., Mowafi F., Grutzmeier S., et al. (2005). 
Loss of IL-7Ralpha is associated with CD4 T-cell depletion, high interleukin-7 levels 
and CD28 down-regulation in HIV infected patients. AIDS, 19(18). 2077-86. 

384. Wu B., Zou Q., Hu Y, and Wang B. (2013). Interleukin-22 as a molecular adjuvant 
facilitates IL-17-producing CD8+ T cell responses against a HBV DNA vaccine in 
mice. Hum Vaccin Immunother, 9(10). 2133-41. DOI: 10.4161/hv.26047. 

385. Xie X., Geng S., Liu H., Li C., Yang Y, and Wang B. (2014). Cimetidine synergizes 
with Praziquantel to enhance the immune response of HBV DNA vaccine via activating 



 

89 
 

cytotoxic CD8(+) T cell. Hum Vaccin Immunother, 10(6). 1688-99. DOI: 
10.4161/hv.28517. 

386. Zou Q., Yao X., Feng J., Yin Z., Flavell R., Hu Y., et al. (2011). Praziquantel facilitates 
IFN-gamma-producing CD8+ T cells (Tc1) and IL-17-producing CD8+ T cells (Tc17) 
responses to DNA vaccination in mice. PLoS One, 6(10). e25525. DOI: 
10.1371/journal.pone.0025525. 

387. Yin J., Dai A., Shen A., Lecureux J., Lewis MG, and Boyer JD. (2010). Viral reservoir 
is suppressed but not eliminated by CD8 vaccine specific lymphocytes. Vaccine, 28(8). 
1924-31. DOI: 10.1016/j.vaccine.2009.10.100. 

388. Takata H., Buranapraditkun S., Kessing C., Fletcher JL., Muir R., Tardif V., et al. 
(2017). Delayed differentiation of potent effector CD8(+) T cells reducing viremia and 
reservoir seeding in acute HIV infection. Sci Transl Med, 9(377). DOI: 
10.1126/scitranslmed.aag1809. 

389. Hansen SG., Ford JC., Lewis MS., Ventura AB., Hughes CM., Coyne-Johnson L., et al. 
(2011). Profound early control of highly pathogenic SIV by an effector memory T-cell 
vaccine. Nature, 473(7348). 523-7. DOI: 10.1038/nature10003. 

390. Yamamoto T., Johnson MJ., Price DA., Wolinsky DI., Almeida JR., Petrovas C., et al. 
(2012). Virus inhibition activity of effector memory CD8(+) T cells determines simian 
immunodeficiency virus load in vaccinated monkeys after vaccine breakthrough 
infection. J Virol, 86(10). 5877-84. DOI: 10.1128/JVI.00315-12. 

391. Buckheit RW, 3rd., Salgado M., Silciano RF, and Blankson JN. (2012). Inhibitory 
potential of subpopulations of CD8+ T cells in HIV-1-infected elite suppressors. J Virol, 
86(24). 13679-88. DOI: 10.1128/JVI.02439-12. 

392. Ghosh S., Feyen O., Jebran AF., Huck K., Jetzek-Zader M., Bas M., et al. (2009). 
Memory B cell function in HIV-infected children-decreased memory B cells despite 
ART. Pediatr Res, 66(2). 185-90. DOI: 10.1203/PDR.0b013e3181aa057d. 

393. Rainwater-Lovett K., Nkamba HC., Mubiana-Mbewe M., Moore CB., Margolick JB, 
and Moss WJ. (2014). Antiretroviral therapy restores age-dependent loss of resting 
memory B cells in young HIV-infected Zambian children. J Acquir Immune Defic 
Syndr, 65(5). 505-9. DOI: 10.1097/QAI.0000000000000074. 

394. Konings E., Ambaw Y., Dilley K., Gichangi P., Arega T, and Crandall B. (2012). 
Implications of adopting new WHO guidelines for antiretroviral therapy initiation in 
Ethiopia. Bull World Health Organ, 90(9). 659-63. DOI: 10.2471/BLT.11.089599. 

 

  

 


