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Viral hepatitis 

Viral hepatitis is a form of liver inflammation caused by the infection with hepatotropic viruses 

(1, 2). The disease either manifests itself in an acute form following a recent infection and 

often has a transient presentation but may also progress to a chronic form, the latter typically 

being defined as a disease persisting for more than six months. Most cases of acute viral 

hepatitis mainly manifest themselves by a substantial elevation of serum transaminases, 

which can be spontaneously and quickly normalized. Chronic hepatitis, however, is the result 

of long-term viral infection and can provoke scar formation (fibrosis) in the liver, while 

irreversible scaring manifests itself as cirrhosis and may progress to liver cancer. 

Hepatocellular carcinoma (HCC) is the major type of primary liver cancer, with limited 

therapeutic options available (1, 2). The most common etiologies for viral hepatitis are 

hepatitis A virus (HAV), hepatitis B virus (HBV), hepatitis C virus (HCV), hepatitis D virus (HDV) 

and hepatitis E virus (HEV) (1, 2). Although chronic HBV and HCV infections still contribute the 

majority (66% and 30%, respectively) of the global death burden of viral hepatitis (3), there 

are potent antiviral therapies available. In context of the present thesis, it is important to note 

that HDV is associated with the most severe forms of acute and chronic viral hepatitis upon 

its co-infection with HBV, and that HEV is the most prevalent cause of acute viral hepatitis 

worldwide (4-7). Currently, it is being estimated that approximately 257 to 500 million people 

are living with chronic HBV infection (3, 8, 9). However, which fraction of the HBV-associated 

disease burden is complicated by HDV infection remains uncertain and answering this 

question remains highly relevant to the field. Moreover, until now, no licensed antiviral drugs 

with respect to HEV are available (5, 6) and developing novel therapeutic options is also an 

important issue in this respect. Thus, in this thesis I aimed to establish the global epidemiology 

of HDV infection and to develop antiviral agents against HEV infection.  

The relevance of answering these questions is further emphasized by that viral hepatitis is a 

major global public health problem and contributes to a very significant extent to overall 

mondial morbidity and mortality. Globally, the annual death toll caused by viral hepatitis had 

increased from 0.89 million in 1990 to 1.34 million in 2015, representing a 51% growth in this 

time frame (3, 10, 11). The current mortality of viral hepatitis is approximately equal to that 

inflicted by human immunodeficiency virus (HIV) infection, tuberculosis, or malaria, and it is 

projected to exceed the combined mortality associated with the above three major diseases 
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by 2040 (3, 12). This means that in the coming decades, viral hepatitis will still be a leading 

death cause worldwide and remain a significant challenge to public health. In 2016, the World 

Health Organization (WHO) adopted a strategy aiming at the elimination of viral hepatitis by 

2030, in which elimination was defined as a 90% reduction in incidence and a 65% reduction 

in the number of related deaths from a 2015 baseline (13). Efforts, however, have been 

focusing on the elimination of HBV and HCV infection, while the attention reserved to HDV 

and HEV has been limited at best. This lack of adequate public attention is hampering the 

development of strategies aiming at prevention and control of HDV and HEV infections. The 

establishment of reliable epidemiology for HDV and the development of effective treatment 

for HEV holds promise for achieving the global goal of hepatitis elimination successfully by 

2030.  

Origin and classification of HDV 

HDV was first identified both in liver biopsies and in the serum from chronic HBV infected 

patients experiencing extremely severe hepatitis in the 1970s (4, 14). Subsequent studies 

found that the genome of HDV was a circular negative single-stranded RNA (ssRNA) composed 

of approximately 1672-1697 nucleotides (nt), depending on the strain (15, 16). Thus, HDV is 

the smallest animal virus known and also its biology substantially differentiates it from other 

animal viruses (17-19). Uniquely, HDV shares common features with some plant subviral 

agents known as viroids. Hence, the virus is thought to have originated from the 

recombination of plant viroids with different forms of RNA (20-23). However, this notion has 

not been supported by direct evidence and thus for now remains a hypothesis. Due to the 

uncertain origin and its distinct genetic characteristics, the International Committee on 

Taxonomy of Viruses (ICTV) has classified HDV as the archetypical member of the Deltaviridae 

family, in which it represents the Deltavirus genus. The advent of powerful microbiological 

techniques has now led to the identification of more HDV-like viruses, in birds (24), snakes 

(25), rodents (26), fish, amphibians, and even invertebrates (27). Thus HDV appears part of a 

biodiverse virus family and analysis of related viruses may provide new insights into the origin 

of HDV. 

HDV strains are highly divergent, and this adds further to the inconsistent molecular 

classification of this virus. As a single strand RNA virus, HDV is expected to mutate frequently. 

The nucleotide divergence between different strains is even higher than 35% (16). Moreover, 
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further heterogeneity may result from recombination. Homologous recombination between 

different HDV strains has been reported in patients that suffered from multistrain infection 

and has also been observed in the laboratory upon co-transfection of the genomes of different 

strains in cell culture systems (28-30). Furthermore, because HDV has a circular negative 

genome, there are three forms of RNA produced during HDV life cycle, including circular full-

length genomic RNA (gRNA, negative) and complementary circular full-length antigenomic 

RNA (agRNA, positive), as well as a short linear messenger RNA (mRNA, positive) that is only 

800 nt in length with a 5Ω-cap and 3Ω-polyadenylated tail (31). This feature has led to 

substantial chaos with respect to registration of HDV sequences in public databases, because 

biomedical researchers have in the past amplified and sequenced both HDV gRNA and agRNA, 

occasionally starting deposited sequences at abnormal positions, and submitted the resulting 

sequences without any form of standardization. This has resulted in the definition of two 

inconsistent classification systems for HDV strain sequences (15, 16), hampering progress in 

the field. Proper [molecular] taxonomy is the fundament of biology and the absence of such 

taxonomy continues to significantly impact HDV research. Hence, it is fair to say that further 

systematical description of recombinant variants and a framework for molecular classification 

are both urgently needed to establish the standardization in the HDV field that will help the 

community to progress. 

Life cycle of HDV 

Compared to other hepatotropic viruses, HDV has a relatively complicated life cycle, and 

consequently distinct testing, diagnosis and treatment strategies for this virus are necessary. 

Because of the high GC content of its nucleotide sequence, the HDV genome can fold into an 

unbranched, double-stranded, rod-like structure with 74% intra-molecular base-pairing (4, 18, 

32). The double stranded-like structure of the HDV genomic RNA is configurationally similar 

to double-stranded DNA. This similarity enables HDV to hijack and redirect host cellular DNA-

dependent RNA polymerases (Pol-II plays the major role while Pol-I and Pol III may also be 

involved (33)), which treats HDV gRNA as a double-stranded DNA template, to synthesize HDV 

agRNA via a double-rolling circle mechanism (a strategy normally used by viroids, virusoids, 

and viroid-like satellite RNAs) (4, 19, 34-38). The de novo synthesized positive-sense RNA 

initially forms as a large linear molecule potentially containing many copies of the genome 

before undergoing intramolecular cleavage by the autocatalytic self-cleaving ribozyme (an 
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intrinsic sequence of 85 nucleotides integrated in HDV genome) to form linear monomers (39, 

40). Subsequently, the resulting cleaved linear products are ligated and closed for form 

circular antigenomic molecules, the so-called agRNA. These neo-synthesized monomeric 

antigenomes in turn serve as templates for the production of gRNA via a similar mechanism 

(4, 19, 34-38). 

The HDV genome encodes only one functional open reading frame (ORF) for the translation 

of two isoforms of hepatitis delta antigen (HDAg), a 24 kDa small-HDAg (S-HDAg) with 195 

amino acids and the 27 kDa large-HDAg (L-HDAg) with 214 amino acids (41). Originally, in the 

nucleoplasm, HDV genomic RNA directly serves as the template for the transcription of mRNA. 

This unmodified mRNA is then translated into S-HDAg in the cytoplasm (36, 42). By contrast, 

the L-HDAg is translated from a modified mRNA. During the replication of the HDV antigenome, 

a fraction of it will undergo an RNA editing event on the amber/W site of the agRNA, mediated 

by adenosine deaminase acting on RNA 1 (ADAR1) (43-47). Specifically, ADAR1 deaminates 

adenosine to convert it to inosine (UAG becomes UIG on the agRNA) which is recognized as 

guanosine by the polymerase and then paired to a cytosine during the next replication cycle 

(AUC becomes ACC on the neo-synthesized gRNA) (43-47). When this modified gRNA serves 

as template and is transcribed into mRNA, the stop codon on the amber/W site is converted 

to a tryptophan codon (UAG is replaced by UGG on the neo-synthesized mRNA). Consequently, 

translation of the neo-synthesized mRNA proceeds for an additional 19 amino acids and 

terminates only until frame reading reaches to the downstream stop codon, leading to the 

production of L-HDAg (43-47). Thus the N-terminal 195 amino acids of the two HDAg isoforms 

are identical and form several functional domains, including RNA-binding domains, a coiled-

coil motif, a helixςloopςhelix motif and a nuclear localization sequence, whereas the C-

terminus of the L-HDAg is distinct from the expanded 19 amino acids containing a nuclear 

export signal (NES) and a farnesylation signal (C211XXQ box) that enables a farnesyl lipid group 

to be added covalently to the cysteine at position 211 by a cellular farnesyltransferase (48-51). 

To support HDV infection, replication and virion assembly, HDAg proteins undergo several 

important post-translational modifications. Among these modifications, a phosphorylation at 

Ser-177 serves to increase agRNA replication by facilitating HDAg RNA-binding activity (52, 53), 

the acetylation at Lys-72 promotes nuclear localization of HDAg (54), whereas sumoylation at 

multiple lysine residues enhances the synthesis of gRNA and mRNA but not of agRNA (55). In 

addition, a methylation at Arg-13 (an RNA-binding domain) facilitates translocation of S-HDAg 
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to the nucleus, an event important in the regulation of agRNA and gRNA replication (56). 

Moreover, prenylation of the cysteine residue at the C-terminus of L-HDAg is required to allow 

HDV virion assembly (48, 51). Functionally, the expression of S-HDAg at an early step of 

replication appears necessary to activate HDV RNA replication and allow accumulation of the 

replicate in the nucleus. The production of L-HDAg at a later stage, expressed after RNA editing 

and maturated after an indispensable post-translational farnesylation (which is a type of 

prenylation), indirectly inhibits HDV RNA replication by acting as a dominant negative inhibitor 

of S-HDAg (57, 58). Therefore, the relative ratio between S-HDAg and L-HDAg determinates 

the balance between viral synthesis and virion assembly, the increase of L-HDAg content can 

induce a tuned progress from replicative to morphogenetic phases of the viral life cycle (57-

59). In the nucleus, L-HDAg molecules combine with S-HDAg molecules and the newly 

synthesized gRNA to form nucleocapsid-like ribonucleoprotein (RNP) complexes, which are 

exported into the cytoplasm as a consequence of the presence of a nuclear export signal in 

the C-terminus of L-HDAg (4, 19, 38, 50, 51). Once in the cytoplasm, the farnesyl group that is 

attached to L-HDAg presumably anchors the RNPs to the endoplasmic reticulum (ER) 

membrane, where the HBV surface antigens (HBsAg) are synthesized (4, 19, 38, 48, 49, 51, 60). 

Subsequently, the RNP complex as an inner core of the nascent virus is enveloped by an 

endoplasmic-reticulum-derived lipid bilayer containing the three HBV surface proteins, small 

(SȤHBsAg), middle (MȤHBsAg) and large (LȤHBsAg), to create infectious HDV particles, which 

are 35ς37 nm in diameter and can be released in the extracellular fluid following passage 

through the Golgi complex (4, 19, 38, 51, 61, 62).  

Intriguingly, unlike other hepatotropic viruses, HDV is a defective virus. Since the HDV genome 

does not code for its own RNA-dependent RNA polymerase (RdRp) but only for the HDAg 

proteins, HDV must rely completely on cellular enzymes for genome replication, and 

parasitizes on HBV for its propagation (19, 51). Sharing the envelope proteins with HBV, HDV 

exploits not only the same particle release machinery but also the identical transmission route, 

especially with regard to cellular entry factors (19, 51). HDV particles circulating in the blood 

stream are initially captured by heparan sulfate proteoglycans (HSPGs) on the hepatocyte 

surface (19, 51, 63). This attachment enables HDV closely bind to the identical cellular entry 

factor of HBV called human sodium/taurocholate cotransporting polypeptide (NTCP) encoded 

by SLC10A1 (19, 51, 64, 65). NTCP is a bile salt transporter exclusively expressed on the 

sinusoidal (basolateral) site of parenchymal liver cells (hepatocytes), and this is apparently 
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responsible for the strong liver tropism and host specificity of HBV and HDV (51, 66). Notably, 

HDV attachment is mediated by both the preS1 region of the LȤHBsAg protein as well as the 

antigenic loop (AGL) of the HBV envelope proteins, while the receptor recognition is via the 

myristoylated NȤterminal receptor-binding site of the preS1 domain of LȤHBsAg (19, 51, 63-

65).  

Due to the indispensable role of HBsAgs in the HDV life cycle, the diagnosis and testing of HDV 

infection in clinical practice and in epidemiologic studies are mainly performed for subjects 

who are HBsAg positive (HBV carriers) (67). Nevertheless, it is important to remark that the 

only contribution of HBV to HDV life cycle is the support for HDV virion assembly, release, and 

cell entry. In fact, HDV is able to replicate independent from HBV both in HBV uninfected 

hepatic cells or non-hepatic cells and HDV RNA could survive for at least 6 weeks under such 

conditions. Furthermore, for HDV to propagate, systems consisting of cells co-expressing HBV 

envelope proteins and NTCP receptor are sufficient. Hence, the virus can propagate in liver 

cells of patients in which HBV replication has been totally eliminated but in which the 

production of HBsAgs is still present, but also in artificial co-transfected cells (51, 64, 65, 68). 

Furthermore, HBV was previously considered as the exclusive facilitator of HDV propagation, 

however, this concept has recently been challenged. In an intriguing series of in vitro 

experiments it was demonstrated that HDV RNPs could be artificially packaged into envelopes 

from several non-HBV related viruses such as hepacivirus, flavivirus and vesiculovirus, allowing 

egress of HDV RNPs from accordingly infected cells and subsequent entry into cell lines 

expressing their respective receptors (38, 51, 69-71). All these factors complicate HDV testing, 

diagnosis and treatment.  

Epidemiology of HDV 

As compared to HBV and HCV, which were considered the major drivers for global viral 

hepatitis burden, HDV has been treated stepmotherly since its first identification as a separate 

disease entity in the 1970s (72). Accordingly, studies on HDV epidemiological behavior have 

been scare. A first attempt to estimate the regional epidemiological characteristics of HDV 

was done for South America in 1996, and was based on the data published in the 1980s and 

1990s. This study concluded that approximately 5% of HBV carriers in South America had been 

co-infected with HDV, which would add up to 300,000 people in this region at the time (73). 

Thereafter, this regional prevalence was somewhat rashly extrapolated by the hepatological 
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disease community to be representative for the global situation, as evident from a publication 

in 1997 and also in 2010, and this older regional study remained the basis for a estimation of 

15ς20 million infections with HDV worldwide (74, 75). However, this relatively complacent 

view was challenged in 2017, by an estimate of 7 million infections in sub-Saharan Africa alone 

(76). In response, the worldwide number of HDV infections was adjusted upwards to 

approximately 62ς74 million in 2019 (77, 78). These studies marked an overtime resurgence 

of the awareness and interest in the HDV problem. Unfortunately, the last study was criticized 

by several research teams regarding methodology and data processing, and thus their result 

was considered to be an overestimation (79, 80). This ongoing debate regarding the exact 

global prevalence of HDV might obscure the public health problem posed by HDV infection 

and in any case it is evident that earlier estimates have been too low and that the exact burden 

posed by HDV infection requires urgent clarification.  

Unfortunately, there are many pitfalls that make it much more difficult to accurately estimate 

the HDV global burden. First and most importantly, HDV has received relatively little attention 

over the past decades by the public, health professionals and policy makers alike. 

Consequently routine diagnosis of HDV has been relatively rare in clinical practice (72). Hence, 

reliable data about HDV prevalence are extremely limited and updated data is even more 

scarce (77, 79, 80). This is a particularly prominent problem in many high incidence countries 

that are the major reservoir of HBV infection. Examples include the mainland of China, India, 

Russia, Indonesia, Pakistan, Bangladesh, Myanmar, Philippines, Thailand, Vietnam, and many 

African countries (9). Secondly, there are large heterogeneities in HDV prevalence between 

different regions and populations. The infection rates of HDV remain extremely high (>20%) 

among HBV carriers from Mauritania, Somalia, Venezuela, Denmark, Cameroon, Colombia, 

Niger, Mongolia, whereas it is relatively low (<5%) in Australia, Canada, Singapore, Belgium, 

Switzerland and Poland (72, 77). The infection rate can also be very high among some risk 

populations including intravenous drug users (IDUs), HIV-coinfected individuals, HCV-

coinfected individuals as well as commercial sex workers. For IUDs, the rates are as high as 80% 

in some countries (72, 77, 81). By contrast, the prevalence appears much lower in blood 

donors and asymptomatic HBV carriers. Moreover, immigrants from endemic countries may 

complicate interpretation of HDV epidemiology in other countries. For example, large 

numbers of immigrants have imported many HDV cases into the United States of America 

(USA) and some European countries in recent years (82-85). Last but not least, HDV screening 
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was mainly based on detection of antibodies (IgG and/or IgM) against HDV (anti-HDV), but 

HDV RNA testing was rarely performed in the majority of epidemiological studies due to the 

lack of a standardized HDV RNA assay and also because of economic considerations (72, 75). 

Clearly, anti-HDV IgG indicates resolved HDV infection while anti-HDV IgM or RNA indicates 

acute or active infection, and normally the positive rate of HDV RNA among anti-HDV positive 

patients is only about 50%. Therefore, current calculated seroprevalance can only indicate the 

previous overall exposure of HDV, the accurate ongoing burden cannot be ascertained. 

Nevertheless, a reliable and reasonable estimate on HDV seroprevalence should help the 

pubic to recognize the public health challenge caused by HDV infection, provoking the 

recommended testing for anti-HDV to be modified from current HBsAg-positive carriers who 

are at high risk for HDV infection to all HBsAg-positive carriers. 

Clinical impact of HDV 

Compared with HBV mono-infection, co-infection of HBV with HDV usually presents distinct 

clinical features with respect to symptoms of infection, epidemiological profile and disease 

progression. Due to the peculiar dependence of HDV life cycle on HBV, HDV can only be 

transmitted as a dual infection in the presence of a concomitant infection with HBV (19, 67, 

86). Two major patterns of dual infection have been described: simultaneous coinfection with 

HBV and HDV of a susceptible individual; or superinfection with HDV in a chronic HBV carrier. 

As for simultaneous HBV and HDV coinfection, the most common disease course in adult 

immunocompetent individuals is that both HBV infection and HDV infection are 

spontaneously resolved (87-89). In individuals, however, that fail to clear HBV, only a minority 

can independently clear HDV infection, whereas the majority will progress to chronic dual 

infection with both viruses (86-89). As most superinfections occur in individuals not capable 

of clearing HBV, in general clinical outcome of HDV coinfection (in which both viruses are 

usually cleared) is different from HDV superinfection (which usually leads to persistent 

infection with both viruses). 

Importantly, HDV exposure, either as a coinfection or as a superinfection, is associated with 

more severe liver injury than HBV mono-infection, even as its clinical manifestation still may 

involve the full range of possible outcomes, from asymptomatic infection to acute failure and 

lethality (87-91). It is important to note in this context that the overall prevalence of HDV 

infection in the context of HBV remains unknown and hence the relative proportion of HDV 
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patients stratified for different severities of liver pathology remains obscure. Generally 

speaking, chronic hepatitis D (CHD) is considered to be associated with the most severe form 

of chronic viral hepatitis, with a rapid progression towards fibrosis/cirrhosis and subsequent 

clinical liver decompensation (38, 88, 89, 92). Indeed, longitudinal studies confirm that a large 

proportion of CHD patients swiftly progress to cirrhosis and eventually 80% of CHD patients 

will develop cirrhosis, which is significantly higher than the percentage seen in patients only 

infected with HBV (91, 93-98). In addition, HDV might also be a direct risk factor for HCC 

independent of the presence of cirrhosis, because the reported HCC incidence in CHD patients 

is much higher than that seen in HBV mono-infected patients (95, 98-101). It is intriguing to 

note that HDV genotype can also influence the outcome of CHD, with genotype 1 and 3 being 

associated with more severe disease than genotype 2 and 4 (102-106), which, again, highlights 

the importance of genotype classification to assist the clinical management of HDV infection. 

Although the notion that an HBV infection complicated by HDV infection is associated with 

worse outcome is not controversial, statements on the natural course and incidence of HDV 

are based on a relatively small number of cross-sectional and longitudinal observational 

studies. Such studies are often provoked by signals that there is outbreak of HDV in a certain 

region and it is fair to say that we have little insight into the global overall contribution of HDV 

infection on outcome of HBV infection. Hence there is plenty of discussion and the findings 

reported are sometimes contradictory (96, 107, 108). Thus, a timely systemic and 

comprehensive data synthesis is not only necessary to clarify the relation of HDV to HBV-

related liver disease, but also necessary to quantify the global disease burden in the context 

of both HBV/HDV co-infection. 

Prevention and treatment of HDV 

Despite the fact that HDV had been identified as a separate disease entity already decades 

ago, there is no satisfactory Food and Drug Administration (FDA)-approved therapy for this 

potentially devastating disease (4, 37, 71, 89). Professional societal guidelines recommend 

pegylated IFN (PegIFN) alpha for CHD treatment, which, however, necessitates a lengthy side 

effect-prone disease and has a low success rate (4, 37, 71, 89). Since HDV lacks its own 

polymerase, developing antivirals that directly and specifically target viral replication is likely 

impossible (4, 37, 51). The increasing insight into HDV virology and the life cycle has provided 

potential targets for therapeutic intervention and accordingly multiple antiviral molecules are 
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currently under development that should allow interfering the viral life cycle (4, 37, 71, 89). 

These molecules include Myrcludex B (blocks HDV entry into hepatocytes) (109-111), 

lonafarnib (a prenylation inhibitor that prevents virion assembly) (112, 113), REP 2139 

(inhibits HBsAgs release from hepatocytes and interacts with HDAg) (114); and the IFN-lambda 

(stimulates the host innate immune system) (115). Of note in this context, the lack of a viable 

cell model remains a major impediment to HDV antiviral development. In fact, only since the 

discovery of the HBV/HDV cell receptor NTCP between 2012-2014, has it been possible to 

create the robust NTCP-HBsAg co-expression cell model capable of supporting the entire HDV 

life cycle (51, 64-66, 110, 116). Nevertheless, HDV virion packaging takes around 9-12 days in 

such a model due to L-HDAg translation-required RNA editing and subsequent post-

translational modifications, which appear to take much longer than what is observed for HCV 

or HEV (4, 37, 69, 71, 89, 116). Thus, although these novel antivirals hold great promise for a 

cure for HDV patients, stopping more people from being infected with HDV could be a more 

cost-effective strategy in the end. 

Because HDV can only be transmitted in the context of an HBV infection, HBV immunization 

for normal persons should also have a protective effect with regard to HDV transmission (117, 

118). Hence, HBV vaccine was expected to effectively counteract the spread of HDV infection 

in the general population, and the implementation of mass vaccination programs was even 

anticipated to result in the complete elimination of HDV-related disease per se (117-122). An 

HBV vaccine was developed and adopted in the 1980-1990s and its implementation leads to 

a significant decline in the amount of HBsAg carriers in vaccinated populations. Even if initial 

vaccination uptake was low on a global scale, by 2018, 108 countries had adopted infant 

vaccination for HBV and 189 countries had adopted use of the HepB3 vaccine, that involves 

three doses of hepatitis B vaccine, in their population-wide vaccination programs (123, 124). 

Thus, it would appear rational to expect the prevalence of HDV infection to go down in 

conjunction with the universal implementation and increasing coverage of HBV vaccination. 

Surprisingly, however, both recent regional and global estimates have shown a very 

substantial burden inflicted by HDV (76-78). Obviously these results require further validation 

of HDV prevalence and exploration of reasons that have conspired to produce such a result. 

In the present thesis, I shall investigate HDV global burden and assess the impact of HBV 

vaccination on the dynamics of HDV prevalence over the past decades. It will appear through 

my systematic and comprehensive investigations that I can further confirm the unexpectedly 
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substantial HDV burden present in the world, but I can also objectify a favourable impact of 

HBV vaccination campaigns on HDV prevalence. I shall suggest that the growth of world 

population is a possible factor that is responsible for the maintenance and increase in HDV 

global prevalence. 

Virology of HEV 

HEV was initially reported as the causative agent of a large-scale, waterborne hepatitis 

epidemic that occurred in India in the late 1970s (125). Definitive confirmation of the nature 

of the agent and the formal adoption of the associated nomenclature came after a partial 

cDNA was cloned and sequenced in the 1990 (126). HEV can infect a broad range of species, 

and these zoonotic, anthropotropic and animal-restricted HEV or HEV-like virus isolates are 

classified into the family Hepeviridae, which is subdivided into the genera Orthohepevirus 

(species A-D) comprising all mammalian and avian HEV isolates and the genera Piscihepevirus 

comprising the cutthroat trout virus (6, 7). Up to now, eight HEV genotypes have been 

identified and classified to the species Orthohepevirus A, including the main HEV strains that 

affect humans (127-129). Specifically, HEV genotypes 1 and 2 are restricted to human hosts 

and are primarily transmitted via the fecalςoral route, while HEV genotypes 3 and 4 have 

multiple hosts and can be transmitted from zoonotic reservoirs to humans through the 

consumption of contaminated animal products (6, 7). 

HEV is a small, quasi-enveloped, icosahedral virus of about 27ς34 nm in diameter (6, 7, 130, 

131). The genome of HEV is a 7.2 kb single-stranded, positive-sense RNA that contains three 

overlapping ORFs (ORF1, ORF2, and ORF3) in addition to a methylguanine-caǇǇŜŘ рΩ-

ǳƴǘǊŀƴǎƭŀǘŜŘ ǊŜƎƛƻƴ όрΩUTR) and a ǇƻƭȅŀŘŜƴȅƭŀǘŜŘ оΩ¦¢wΣ and has thus many features of a 

eukaryotic mRNA (6, 7, 130-132). Following infection, ORF1 of the uncoated HEV genomic RNA 

is first translated directly by host ribosomes to produce the nonstructural polyprotein, which 

contains various functional domains including the methyltransferase (Met), the RNA helicase 

(Hel), the RNA-dependent RNA polymerase (RdRp), and several non-enzymatic components 

essential for viral replication (6, 7, 130-133). Following the translation of this ORF1 polyprotein, 

an antigenomic RNA (negative-sense) intermediate is synthesized from the genomic RNA 

(positive-sense) by the RdRp, which then serves as a template for the synthesis of full-length 

genomic RNA (Ғ7.2 kb) and a shorter subgenomic RNA (Ғ2.2 kb) that harbors ORF2 and ORF3 

(which show significant sequence overlap) (6, 7, 130, 131, 133-135). The newly synthesized 
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full-length genomic RNA either participates in a new round of transcription/translation or is 

packaged into new progeny virions. Meanwhile, ORF2 is translated into the capsid protein that 

is necessary for virion assembly (136), cell entry (137, 138), and immunogenicity (139); while 

ORF3 is translated into a multifunctional phosphoprotein that is essential for virion 

morphogenesis and release (134, 140, 141). 

HEV infection and high-risk populations 

Mathematical modelling suggests that HEV leads to 20 million new infections annually in Asia 

and Africa, where the prevalent HEV strains are genotypes 1 and 2, resulting in 3.4 million 

cases of acute hepatitis, 70,000 deaths and 3,000 stillbirths (142). Globally, the annual figure 

for HEV infection-provoked cases of acute hepatitis is approximately 14 million, leading to 

300,000 deaths and 5,200 stillbirths (5, 6, 143-145). While major HEV outbreaks are confined 

to developing countries, a growing number of sporadic cases have been reported from 

developed countries, where the prevalent HEV strains are genotypes 3 and 4 (5, 6, 146). A 

recent study has estimated that approximately 12.47% of the global population, 

corresponding to 939 million individuals, has ever experienced HEV past infection (as deduced 

from studies investigating the prevalence of anti-HEV IgG), 110 million individuals are 

experiencing current/recent infection (as deduced from studies on the presence of anti-HEV 

IgM), and 15 million individuals are experiencing an ongoing infection (extrapolated from 

studies on the detection of viral RNA) (145). 

HEV infection is usually associated with self-limiting acute hepatitis that typically lasts for a 

few days/weeks (6, 131). Normally, the infection in healthy individuals is asymptomatic. 

During the outbreaks, adolescents and young adults are vulnerable to contracting HEV 

infection but are mostly asymptomatic (147). In contrast, disease course in vulnerable 

populations can be problematic, especially in immunocompromised patients (organ 

transplant recipients and cancer patients), children under two years of age and pregnant 

women (6, 143, 147, 148). Organ transplantation patients bear a high risk of developing 

chronic hepatitis after HEV infection (6, 143, 147, 148). Immunosuppressant use severely 

suppresses the immune system in transplant recipients, making them vulnerable to a variety 

of infections. Chronic infection in these patients usually caused by HEV genotype 3 and 

occasionally by genotype 4 (148-150). Pregnant women acutely infected with HEV genotype 1 

and 2 strains can develop severe complications such as acute liver failure, miscarriage, 
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preterm delivery, stillbirth and perinatal mortality, resulting in high mortality that approaches 

15-25% (6, 143, 151, 152). Maternal-fetal transmission of the virus can seriously affect 

fetal/neonatal outcomes, and these include anicteric or icteric hepatitis, hypoglycaemia and 

neonatal death (5, 153). Considering the higher risk and more severe disease outcome, it is 

fair to say that these high-risk populations should be given more attention in clinical 

management, and developing specific antivirals for them remains necessary. 

Developing anti-HEV therapy by drug screening and repurposing 

For the treatment for symptomatic HEV infection, no FDA-approved medication is currently 

available. For now oƴƭȅ ƎŜƴŜǊŀƭ ŀƴǘƛǾƛǊŀƭ ŘǊǳƎǎ ƛƴŎƭǳŘƛƴƎ ƛƴǘŜǊŦŜǊƻƴ ŀƭǇƘŀ όLCbʰύΣ ǊƛōŀǾirin or 

their combination have been used as off-label treatment (5, 6, 131, 153-155). Unfortunately, 

Ƴŀƴȅ ǇŀǘƛŜƴǘǎ ŀǊŜ ƴƻǘ ŜƭƛƎƛōƭŜ ƻǊ Řƻ ƴƻǘ ǘƻƭŜǊŀǘŜ LCbʰ ƻǊ ǊƛōŀǾƛǊƛƴ ǘǊŜŀǘƳŜƴǘΦ {ǇŜŎƛŦƛŎŀƭƭȅΣ ǳǎŜ 

of interferon is limited in transplant recipients due to the associated significant side effects or 

the induction of organ rejection by the treatment (156). Although ribavirin monotherapy is 

effective in a large proportion of patients, treatment failure has been reported in a subset of 

patients (131, 157-159). Most importantly, ribavirin as the most promising anti-HEV therapy 

is contraindicated in pregnancy due to teratogenicity (160). Therefore, further development 

of new antiviral therapies against HEV is an urgent clinical need, particularly for 

immunocompromised patients, young children and pregnant women. However, the 

development of brand new antivirals typically consumes huge time and money, making it 

impossible to satisfy HEV immediate therapeutic need in the short term. In this regard, 

repurposing the existing drugs proven to be safe in humans would be a readily and promising 

way for developing HEV antivirals (161, 162). 

HEV in vitro models, based on either infectious clones or subgenomic replicons, have been 

successfully established which should facilitate efforts aimed at drug screening (162-164). 

Although HEV infection has mostly been associated with clinical manifestations involving the 

liver, extrahepatic manifestations including neuronal and renal diseases have been widely 

reported (5, 165). In apparent agreement, preclinical models for studying HEV have been 

established with relative ease in both hepatocyte and non-hepatocyte cell lines, and these are 

now starting to be used for developing anti-HEV therapy (161, 162). These efforts are being 

facilitated by the replacement of ORF2 gene in HEV replicon clone by a Gaussia luciferase 

reporter gene in experimental systems, which then allows straightforward monitoring of HEV 
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replication, making it a powerful tool to perform drug screening (161-164). In brief, potential 

anti-HEV candidates can be first identified in a HEV replicon-based cell culture system by high-

throughput screening of a drug library. Subsequently, the selected candidates are further 

evaluated in models that involve infection with infectious viruses (161, 162). Using this 

strategy, the laboratory which hosted my PhD. research had prospectively identified several 

potential anti-HEV candidates from the screening for a library of 94 known safe-in-human 

broad-spectrum antiviral agents (162). Among these there were several candidates that 

aroused my interest, including the macrolide antibiotic azithromycin (AZM, a FDA pregnancy 

category B drug) and ivermectin (an FDA-approved antiparasitic drug). These compounds have 

been widely used in the clinic and are known to have broad antiviral activities (166-170). In 

the present thesis I thus decided to first systematically and comprehensively evaluate their 

activities in inhibiting HEV replication, then to delve deeper into the underlying mechanisms-

of-action. My findings on the anti-HEV action of azithromycin and ivermectin, reported in the 

below, will support the further exploration of repurposing them for treating HEV-infected 

pregnant women and organ transplantation recipients with chronic hepatitis E. 

Scope of this thesis  

Viral hepatitis remains a major public health challenge that provokes significant morbidity and 

mortality. Hepatitis D, as the most severe form of acute and chronic viral hepatitis, is 

associated with rapid progression to cirrhosis and HCC and urgently requires further 

investigation aimed at devising rational strategies to counteract disease. Hepatitis E, as the 

most common form of acute viral hepatitis, is associated with severe disease outcome in high-

risk populations. Hence, generation of a clear and quantitative global epidemiology is now 

required for HDV, and there are urgent needs for novel and specific HEV treatment. In this 

thesis, I aimed to investigate the molecular classification and epidemiology of HDV, and to 

further explore the antiviral activities and mechanisms-of-action of two anti-HEV candidates. 

I firstly systematically analyzed the genetic characteristics and genotype of HDV, and secondly 

I comprehensively assessed the global prevalence and dynamics of HDV infection. Next, I 

mainly focused on the repurposing of azithromycin and ivermectin for potential HEV 

treatment in specific populations and the evidence of their mechanisms of action. 

Outline of this thesis 
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Establishing a standard molecular classification system is crucial for the research and 

treatment of HDV. HDV genotype plays an important role in the epidemiology, virus evolution, 

pathogenesis, clinical course and outcome, as well as treatment response. Unfortunately, 

current HDV molecular classification is inconsistent as two different genotypic systems have 

been proposed. This may be because of the high genetic diversity in this virus, in turn caused 

by RNA mutations, whereas recombination between strains in patients suffering from 

concomitant infection by multiple strains, further increases strain heterogeneity. Addressing 

the present inconsistencies requires an updated classification system, while proper naming of 

novel HDV genotypes or subtypes would exceedingly benefit from the presence of 

standardized criteria. In Chapter 2, I systematically retrieved and analyzed a large set of HDV 

full-length genome sequences. To clarify the molecular classification of HDV and establish an 

updated system, I firstly standardized HDV sequences to antigenomic RNA employing a 

concordant reading start site, and the potential recombinants were also identified and 

appropriately dealt with. Based on this new HDV classification, I then mapped the global 

distribution of different genotypes and subtypes. Finally, I also proposed standard criteria for 

future identification of novel genotypes and subtypes and compiled a complete set of 

reference genomes for each subtype, potentially avoiding further inconsistency in the future.  

Recent research shows that the public health issue of HDV infection is much greater than 

before thought. Hence, a reliable estimation of the global HDV burden would help raise public 

awareness, provoking appropriate strategies for better screening, prevention, and treatment. 

In Chapter 3, I systematically reviewed all the epidemiological and clinical data available in 

HDV literature, and I was able to define the prevalence, disease progression, and clinical 

outcome of HDV infection. Based on this meta-analysis, I first quantified HDV prevalence at 

national, regional and global levels, and analyzed several risk factors associated with HDV 

transmission. Then, by data synthesis, I characterized the distinct epidemiological profile and 

infection pattern of HDV, as well as the rapid clinical progression to severe liver diseases. 

Quantifying the global burden of HDV infection is, however, a real challenge due to insufficient 

data and many other reasons. Underestimation and overestimation biases can also arise from 

poor methodology and data processing. Inadequate interpretation of existing data might 

provoke inconsistent results. Thus, this is a complex issue. Through my work in Chapter 4, I 

hope to provide answers though. To better estimate and predict HDV global burden, I revisited 
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all previous calculations and this allowed me to obtain much better insight into this burden as 

compared to what was possible before.  

Because of the absence of adequate therapy for HDV infection and the dependence on HBV 

for HDV infection to occur, HBV vaccination has been presented as a cost-effective strategy 

for preventing HDV infection and transmission. Given the fact that HBV vaccination has been 

adopted for decades and the coverage is increasing, in Chapter 5, I systematically and 

comprehensively assessed the impact of HBV vaccination on the dynamics of HDV prevalence 

during this period. To better characterize these dynamic changes, I first divided data into 

groups as per decade, and then measured HDV global burden and infections among different 

populations accordingly. By comparing the results, I further confirmed HDV substantial burden 

and the preventive effect of HBV vaccination on HDV prevalence, and I also further highlighted 

the possible contribution of world population growth to the maintenance of HDV burden. 

Developing novel anti-HEV agents is apparently urgent, particularly for the specific treatment 

in the high-risk populations. Repurposing existing safe medication for treating HEV is thus a 

promising solution to improve the current situation. Through drug screening, the macrolide 

antibiotic azithromycin, a commonly used FDA pregnancy category B drug, and the FDA-

approved antiparasitic drug ivermectin, have been identified as potential anti-HEV candidates. 

In Chapter 6 and 7, I thus further investigated their antiviral activities against HEV and their 

underlying mechanisms, respectively. These results support potential repurposing of 

azithromycin and ivermectin for treating HEV infection.  
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ABSTRACT 

Hepatitis delta virus (HDV), as a defective sub-virus that co-infects with hepatitis B virus, 

imposes an emerging global health burden. However, genetic characteristics and molecular 

classification of HDV remain under investigated. In this study, we have systematically retrieved 

and analyzed a large set of HDV full-length genome sequences and identified novel 

recombinants. Based on phylogenetic and genetic analyses, we have established an updated 

classification system for HDV when recombinants were excluded. Furthermore, we have 

mapped the global distribution of different genotypes and subtypes. Finally, we have compiled 

a complete set of reference genomes for each subtype and proposed criteria for future 

identification of novel genotypes and subtypes. Of note, the global distribution map indicates 

that currently available HDV genetic data remains limited, and thus our proposed classification 

will likely evolve as future epidemiological data will accumulate. These results shall facilitate 

the future research on the diagnosis, screening, epidemiology, evolution, prevention and 

clinical management of HDV infection. 
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INTRODUCTION 

Hepatitis delta virus (also known as hepatitis D virus, HDV) is a defective sub-virus that 

requires hepatitis B virus (HBV) surface antigen (HBsAg) for virion assembly. The genome of 

HDV is a circular negative single-stranded RNA (ssRNA) composed of approximately 1,700 

nucleotides (nt) (1). It is considered the smallest RNA genome in all known animal viruses. 

There are three forms of HDV RNA without any DNA intermediate during viral replication, 

including circular genomic RNA (negative), circular complementary antigenomic RNA (cRNA, 

positive), and a short linear polyadenylated antigenomic RNA (positive) (2). This linear form is 

the messenger RNA (mRNA) template encoding only one functional open reading frame (ORF) 

for the translation of the hepatitis delta antigen (HDAg) (3). Though HDV RNA is single-

stranded, it is capable of undergoing self-cleavage and ligation to generate circular RNA. Due 

to the high GC content of the nucleotide sequence, HDV RNA can also fold as an unbranched, 

double-stranded, rod-like structure with over 70% intra-molecular base-pairing (4). 

Since the identification of HDV in the 1970s, this peculiar pathogen has been neglected over 

the past decades (5, 6), and routine diagnosis is rare in clinical practice (7). However, co-

infection of HDV with HBV causes the most severe form of acute and chronic viral hepatitis in 

humans (1). It has been estimated that almost 5% of HBV infected patients have HDV co-

infection and up to 80% of these co-infected patients can further progress to cirrhosis (8, 9). 

This long-term co-infection is associated with more rapid and severe progression to cirrhosis 

or hepatocellular carcinoma (HCC) than HBV infection alone (7). Worse yet, clustered 

outbreaks of HDV superinfection periodically occur across the world, imposing an emerging 

global health burden (1, 7). 

As a single-stranded RNA, HDV is expected to evolve rapidly. Previous studies have indicated 

that HDV genotype plays an important role in pathogenesis and the efficiency of RNA editing 

can affect its natural history (10). However, the genetic features of HDV remain poorly 

characterized, and the current molecular classification systems are inconsistent (11, 12). Given 

that the epidemiology, virus evolution, infection course, clinical outcome, and treatment 

response are likely associated with the different genotypes or subtypes, we aim to clarify the 

molecular classification of HDV and to propose standardized reference genomes. 

 

MATERIALS AND METHODS 
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Sequence download 

All HDV full-length genome sequences available before 1 December, 2017 were downloaded 

from NCBI Nucleotide Database. "Hepatitis delta virus" [Organism] NOT "patent" [title] was 

used as the search term, and the search results were filtered by sequence length from 1500 

nt to 2000 nt. 357 full-length sequences were retrieved from the search records but the final 

dataset comprised 345 sequences after removing duplication. Information on accession 

number-strain/isolate-collection date-country/geographic origin, if available, were 

simultaneously retrieved from the Database. 

Sequence alignment and recombinants identification 

The original dataset was aligned by ClustalW (1.6) listed in the MEGA (version 7.0.26) using a 

gap-opening penalty (GOP) of 15 and a gap extension penalty (GEP) of 6.66 (13-15). RNA 

sequences were standardized to antigenomic cRNA form reading from normal initial site. The 

standardized dataset was realigned with woodchuck hepatitis B virus (WHV, accession 

number J04514, WHV8 strain) (16) by ClustalW and went through minimum manual 

corrections. The well aligned dataset was used to construct the preliminary phylogenetic tree 

using different algorithm models listed in MEGA. Strains emerged as outlier branches or 

clustered as peculiar branches located at the crotch of different trees indicating the presence 

of recombinant sequences. These strains presenting the conflicting signals were regarded as 

potential recombinants and require further recombination identification. Recombination 

events were confirmed by Bootscanning analysis performed in Simplot v3.5.1 programs using 

Kimura 2-parameter with a 160 base pair (bp) window, a 20 bp step increment, and 1,000 

bootstrap replicates. The recombination criterion is breakpoint high than >80% of the 

permuted tree. 

Phylogenetic and genetic analyses 

The new dataset without potential recombinants was realigned. Model Selection (ML) 

implemented in MEGA was used to find the best DNA/protein model. The best DNA and 

protein models were the General Time Reversible (GTR) model and the Jones-Taylor-Thornton 

(JTT) model, respectively. The Maximum-likelihood (ML) tree was reconstructed using the best 

model with 5 rate categories (G) and invariable sites (I). The Neighbor-Joining (NJ) tree was 

reconstructed using p-distance model with Bootstrap method test. Branch support was 
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calculated using 1,000 replicates, and only bootstrap values >70% were showed. Trees were 

rooted with WHV8 strain.  

HDV genotype distribution map was modified according to the free map templates (http://d -

maps.com/carte.php?num_car=13180&lang=en) using Inkscape 0.92.2 software. Nucleotide 

similarities were calculated by the program Sequence Distances implemented in MegAlign 

software (Lasergene software; DNASTAR), and genetic distances were calculated by MEGA 

with the Kimura 2-parameter/gamma model and 1000 bootstrap replicates.  

 

RESULTS 

Standardization of HDV full-length genome sequences and identification of 

potential recombinants 

357 original full-length sequences were retrieved, but 345 valid sequences were finally 

included after removing duplications. Our preliminary alignment of original dataset found that 

only a set of strains isolated from Brazil (accession number from KF786305 to KF786352) were 

cRNA form (17), and all the others were genomic RNA form. Furthermore, several strains from 

Turkey (accession number from HQ005364 to HQ005372) showed abnormal initial reading 

site, starting and ending at site 227 (18). For further phylogenetic and genetic analysis, all 

original genomic RNA sequences were transformed to cRNA form and these Turkey strains 

were standardized to read from 1 to 1678.  

Through preliminary phylogenetic analysis, 53 strains presenting conflicting signals were 

screened out for further Bootscanning analysis. 33 out of these 53 strains were finally 

confirmed that substantial recombination events occurred. Among these, two strains 

(AB118845 and KF660598) have been previously reported as recombinant (19, 20), and the 

other 31 strains were newly identified recombinants in this study (Figure S1 and Figure S2). 

The recombination genotype component and corresponding breakpoint positions were 

summarized in Table S1. 

Phylogenetic analysis and updated molecular classification 

After removing the recombinant sequences, the phylogenetic trees were constructed using 

two different models, ML and NJ. The tree topologies obtained with the two models were 

similar. The ML tree was shown in Figure 1 and the NJ tree was shown in Figure S3. In our  
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Figure 1. Phylogenetic analysis of 312 HDV full-length antigenomic RNA (cRNA) sequences. The 
Maximum-likelihood (ML) tree of eight HDV genotypes with subtypes showing the overall classification 
framework. All original HDV full-length genomic RNA sequences were transformed to cRNA sequences 
and standardized to read from 1 to 1678. The tree was reconstructed using the best DNA model, 
General Time Reversible (GTR) model of evolution with 5 rate categories (G) and invariable sites (I). 
Potential recombinants were excluded from the tree. Branch support was calculated using 1,000 
replications, and only bootstrap values >70% are shown. The tree was rooted with woodchuck 
hepatitis B virus (WHV). 
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rooted trees, 312 full-length strains were clustered as three big clades and further clearly 

grouped as eight small solid clades with 100% bootstrap value support. These eight clades 

were corresponding to eight genotypes, and in line with the classification previously 

descripted (12). Notably, genotype 2 and genotype 4 to 8 were consistently clustered as one 

big clade, and genotype 3 was located more close to the root of the trees.  

As shown in the trees, eight genotypes were respectively further grouped into two (a and b) 

or three (a to c) subtypes (Figure 1 and Figure S3). Genotype 3 and 6 were segregated into 

three subtypes, and genotype 1, 2, 4, 5, 7 and 8 were only grouped into two subtypes. 

Referring to the nomenclature used for HCV (21), capital in the nomenclature of HDV subtypes 

was used to indicate the unconfirmed status due to the available sequences less than three. 

Furthermore, we performed the same phylogenetic analysis using subgenomic HDAg coding 

gene fragment (600 nt) and the corresponding amino acid sequences. However, though some 

genotypes could be classified faithfully by using subgenomic fragment or HDAg amino acid, 

the classification of many other genotypes and subtypes were variable (Figure S4A and S4B). 

To further support our classification system, we compared the nucleotide similarities and 

genetic distances between different groups (Figure 2 and Figure S5). Comparative genetic 

analyses showed that HDV genotype 3 was distantly separated from other genotypes. The 

intergenotypic nucleotide similarities and genetic distances between genotype 3 and other 

genotypes were 61.79-63.97% and 0.334-0.355, respectively, outside the ranges of 

intergenotypic nucleotide similarities and genetic distances between other genotypes (69.64-

79.96%, 0.207-0.285). In addition, HDV genotype 1 showed higher divergence than other 

genotypes. The nucleotide similarity of intersubtype between subtype 1a and 1b was 82.58%, 

which was lower than the intersubtype nucleotide similarity range within other genotypes 

(85.82-90.49%). The genetic distance of intersubtype between subtype 1a and 1b was 0.162, 

higher than the range within other genotypes (0.094-0.139).  

Diversity of HDV genotype distribution 

The global distribution of HDV genotype varies geographically (Figure 3). Genotype 1 is 

common globally; genotype 2 and 4 are mainly in Asia; genotype 3 is in South America; 

whereas genotype 5-8 are in Africa. It is noteworthy that several genotypes or subtypes 

concurrently prevail in most endemic regions, such as Asia and Africa. Particularly, HDV strains 

circulating in Africa exhibit extremely high genotypic diversity.  
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Figure 2. Genetic analysis of 312 HDV full-length antigenomic RNA (cRNA) sequences. Cartoon 
representation of the identification criteria of HDV novel genotype or subtype. The comparisons of 
mean intergenotypic and intersubtypic nucleotide similarity and genetic distance were based on 312 
HDV full-length cRNA sequences. Axes show the percentage similarity and genetic distance, 
respectively. The blue dash line indicates the lowest range of intergenotypic nucleotide similarity and 
genetic distance, the red dash line indicates the cutoff range between genotype and subtype, and the 
green dash line indicates the highest range of intersubtypic nucleotide similarity and genetic distance. 
The detailed results of calculation were shown in Figure S5A and S5B. 

 

 

Figure 3. Worldwide distribution of HDV genotypes and subtypes. Data was based on HDV full-length 
genomic sequences. This map was modified according to the free map templates (http://d-
maps.com/carte.php?num_car=13180&lang=en) using Inkscape 0.92.2 software. 
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Proposed criteria for identifying novel HDV genotype or subtype 

Based on our phylogenetic and genetic analysis, we hereby proposed the identification criteria 

for novel HDV genotype and subtype. Firstly, standardized HDV full-length antigenomic 

sequence is recommended to be used. Secondly, potential recombination should be excluded 

and phylogenetically cluster together as a solid group or subgroup is essentially required. 

Finally, phylogenetic grouping should be supported by nucleotide similarity and genetic 

distance of intergenotype or intersubtype. The demarcation of a novel genotype is the 

intergenotypic nucleotide similarity at the range of 60.0%-81.5% and the corresponding 

intergenotypic genetic distance at the range of 0.200-0.360. For novel subtype, the 

intersubtypic nucleotide similarity and the corresponding intersubtypic genetic distance are 

at the range of 81.5%-91.0% and 0.090-0.200, respectively (Figure 2).  

Proposed reference genomes for HDV subtypes 

In order to facilitate the communication between researchers and help clarify the 

epidemiology of HDV, we proposed a standard reference set of full-length genome sequences. 

These reference sequences were selected according to the following detailed criteria. Firstly, 

only full-length genome sequences were considered, and subgenomic fragments or potential 

full-length recombinants were eliminated. Secondly, to ensure the clarity of the strain origin 

and to minimize disruption of previous prototype notification, priority was given to the 

sequences with full information, but previous noted prototype strains (12) were also taken 

into consideration at the same time. Thirdly, if there was no sequence with complete 

information, priority was given to the prototype strain(s), if prototype strain(s) was/were 

noted. Fourthly, if no sequence was available with complete information or noted as 

prototype strain for a subtype, or more than one sequences were available for a subtype, 

priority was firstly given to the sequence with earlier collection date, then to the sequence 

earlier submitted to GenBank. If the collection or submission dates were identical, the 

sequence with lowest alphabetic/numeric accession number was proposed.  

Finally, 21 full-length genome sequences were proposed as the references for eighteen HDV 

subtypes (Table 1). We proposed one reference sequence for the each subtype of genotype 2 

to 8. But 5 reference sequences were proposed for two subtypes of genotype 1. This is 

because HDV genotype 1 showed more introgenotypic divergence than other genotypes. As 

for 1a, a strain of ETH2170 (accession no. KY463677) collected in 2013 was noted as the 
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prototype strain of genotype 1 (12). However, another 1a strain named 36011-NIE1150 

(accession no. JX888100) was collected in 2006, which was earlier than the prototype strain. 

Thus, both strains were proposed as the reference sequences of 1a. For 1b, 141 full-length 

genome sequences were available to date. Because it was previously further classified as three 

subtypes (12), thus three sequences were proposed to these three previously assigned 

subtypes. Notably, all the proposed reference sequences were RNA form and only a few of 

them have collection date available.  

 

Table 1. Reference sequences for HDV subtypes 

DŜƴƻǘȅǇŜ {ǳōǘȅǇŜ ŀ !ŎŎŜǎǎƛƻƴ ƴƻΦ  {ǘǊŀƛƴκLǎƻƭŀǘŜ ō 5ŀǘŜ Ŏ /ƻǳƴǘǊȅ Ř 

м 

мŀ W·ууумлл ослммπ bL9ммрл нллс bƛƎŜǊƛŀ 

мŀ Y¸псостт 9¢Iнмтл нлмо 9ǘƘƛƻǇƛŀ 

мō W·ууулфу нпмутπbL9 нллп bƛƎŜǊƛŀ 

мō YWтппнпн 5оп нллу LǊŀƴ 

мō YWтппнрр 5сс нлло LǊŀƴ 

н 
нŀ ·слмфо тκмуκуо нллр WŀǇŀƴ 

нō !Wолфутф ¸ŀƪǳǘнс нлмс wǳǎǎƛŀ 

о 

о! [¢слпфрп ŘCǊстнт нлмт .ƻƭƛǾƛŀ 

оō !.лотфпт ±ƴȊ5уотр нллм ±ŜƴŜȊǳŜƭŀ 

оŎ Y/рфломф .ǊŀȊƛƭπм нлмм .ǊŀȊƛƭ 

п 
пŀ !Cлмултт ¢²πнō ό¢ŀƛǿŀƴ ƛǎƻƭŀǘŜύ мффу /Ƙƛƴŀ 

пō !.ммууму aƛȅŀƪƻ όW!πaнύ нллс WŀǇŀƴ 

р 
рŀ W·ууумло осмлнπbL9утр нллс bƛƎŜǊƛŀ 

рō !aмуооом ŘCǊнллр нллт D² 

с 

сŀ !Wрупупт ŘCǊпу нллр /ŀƳŜǊƻƻƴ 

сō W·ууумлн ослосπbL9псп нллс bƛƎŜǊƛŀ 

с/ !aмуооон ŘCǊнмоф нллт /!w 

т 
тŀ !Wрупупп ŘCǊπпр нллр /ŀƳŜǊƻƻƴ 

т. !aмуоооо ŘCǊнмру нлмт /ŀƳŜǊƻƻƴ 

у 
уŀ !Wрупупф ŘCǊспп нллр /Dh 

у. [¢рфппуу ŘCǊттлт нлмт /h5 
a Capital standing for the unconfirmed status due to the available sequences less than 3. 
b Previous designated prototype strains are indicated in bold.   
c Sequences with clear collection date are highlighted in bold, sequences with collection date missed and replaced 
by Genbank release date are shown in italic. 
d GW- Guinea-Bissau; CAR-Central African Republic; CGO-Republic of the Congo; COD-Democratic Republic of the 
Congo 

 

DISCUSSION 

With the introduction of HBV vaccine, although the prevalence of HDV has declined in some 

sporadic areas, the global prevalence of HDV is still high and even increasing in most of the 
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endemic areas, such as Central and Northern Africa, the Amazon Basin, Eastern and 

Mediterranean Europe, the Middle East and parts of Asia (5, 7, 22, 23). In sub-Saharan Africa, 

the estimated prevalence of anti-HDV has exceeded the global prevalence and around 7 

million people are infected by HDV (7). HBsAg-positive patients with HDV co-infection showed 

higher risk to progress to liver fibrosis or HCC compared to asymptomatic controls (7, 22, 24). 

Thus, for better management or prevention of HDV infection, diagnosis and screening for 

high-risk populations are recommended (5, 7). This in turn requires a unified HDV genotype 

classification system. Due to the confusion as a negative and circular genome, both genomic 

and antigenomic RNA forms of HDV genome sequences have been submitted to the Genbank 

database by different research groups and a substantial set of sequences were even read from 

abnormal initial site (17, 18). Furthermore, two different genotype classification systems have 

been previously proposed (11, 12). Thus, it is urgent to clarify these inconsistencies, in order 

to facilitate the future research in this field.  

Previous studies have demonstrated that HDV homologous recombination may occur both in 

nature (patient with mixed infection) and the laboratory (cotransfection in cell culture system) 

(25-27). Through phylogenetic and Bootscaning analysis, we confirmed two previous reported 

recombinants and identified 31 new potential recombinants. The two recombinants, one 

intra-genotypic recombination (AB118845, 4a/4b) (20) and the other inter-genotypic 

recombination (KF660598, 2a/1b) (19), have the same recombination pattern with only one 

crossover. However, the other 31 newly identified recombinants, have another predominant 

pattern with two crossovers. The formation of different recombination patterns may be 

associated with the distinct replication mechanisms of HDV genome (27-29). Recombination 

events were detected among several genotypes, but more frequent in genotype 1 and 5. For 

genotype 1, it may be explained by its global distribution (Figure 3) (12). Although genotype 5 

is mainly present in Western Africa, the high recombination frequency may be associated with 

the intergenotypic evolutional relationship and the African origin (12, 30). Analysis of the 

recombination junctions has indicated that recombination events occurred at four regions 

throughout the whole genome. Among these regions, nt 694-872 at genomic RNA 

corresponding to nt 807-985 at antigenomic RNA is the hotspot of HDV RNA recombination. 

This genome region serves as the pseudoknot ribozyme domain of HDV genome. It is identical 

with the hotspot fragment "D" previously shown in the HDV-1/HDV-4 recombination map (28). 

A model has been proposed to illustrate the mechanism of HDV recombination, which is via a 



Chapter 2 

40 | P a g e 
  

viral-RNA-structure-promoted template-switching mechanism driven by the host RNA 

polymerase (28), although further validation is required.  

For molecular classification of HDV, eight clades have been proposed a decade ago, but 

recently designated as eight genotypes (12). In contrast, a latest study has proposed to group 

the eight HDV genotypes into three large genogroups by grouping clade 2 and clade 4 to 6 as 

one (11). In our study, we have applied the ML and NJ models to reconstruct phylogenetic 

trees based on standardized full-length antigenomic sequences excluding the potential 

recombinants. Indeed, all the HDV strains were clustered as three big clades, but further 

grouped into eight groups with high bootstrap value support. Even though the three big clades 

shared some characteristics as described, three genotype classification has neglected HDV 

genotypic divergence. Besides, this classification system only divided HDV strains as genotype, 

but not further into subtypes. Thus, we agree with the classification system of eight genotypes 

(12). However, the subtype classification of genotype 1, 3 and 6 in our system showed clear 

differences, compared to the previous study (12). We grouped genotype 1 into two subtypes, 

1a and 1b. Because the previously classified strains of the HDV-1b, HDV-1c and HDV-1d 

subtypes (12) do not always cluster as independent groups but rather as one big branch 

supported by over 70% Bootstrap value in our trees (Figure 1 and Figure S3). Genotype 3 was 

segregated into 3a, 3b and 3c three subtypes by including more sequences; whereas this was 

not clear in the previous study due to the lacking of sufficient sequences (12). We classified 

genotype 6 into three subtypes; whereas only two were previously defined (12). Consequently, 

312 strains were further classified as eight genotypes with eighteen subtypes in our updated 

classification system supported by high Bootstrap values, nucleotide identity and genetic 

distance. Of note, neither HDAg gene fragments nor amino acid sequences can classify HDV 

strains into subtypes faithfully (Figure S4), because many genotypic characteristics are located 

outside of the HDAg gene (11, 12).  

Among these eight genotypes, genotype 1 is the most predominant with highest divergence. 

This may be resulted from prolonged wide-spread transmission (Figure 3) (12). Genotype 3 is 

located close to the root of phylogenetic tree, showing distantly nucleotide similarity and 

genetic distance with other genotypes. Given that genotype 3 was only found in South 

America (Figure 3), it is plausible whether this genotype is an independent lineage or the early 

HDV progenitor. The exact evolutional relationship between genotype 3 and other genotypes 

requires further investigate. However, the current genetic data is still insufficient to address 
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this question (Figure 3) (5, 7). Importantly, based on our phylogenetic and genetic results, we 

have proposed detailed criteria for identifying novel genotype or subtype.  

Finally, we have compiled a complete set of reference genome sequences for HDV subtypes. 

The main criteria were based on previous study of hepatitis E virus reference genomes (31) 

and the unique features of HDV. We have proposed one reference sequence for each subtype 

of genotype 2 to 8. But five reference sequences were proposed for the two subtypes of 

genotype 1, because of the huge divergent. When generating these 21 reference sequences, 

we found that the majority HDV full-length sequences have missing information, in particular 

the collection date. Thus, we strongly recommend researchers to provide the essential 

information, when submitting their sequence data to the online database.   

In summary, we have systematically retrieved and analyzed a large set of HDV full-length 

genome sequences and identified novel recombinants. Based on phylogenetic and genetic 

analyses, we have established an updated classification system for HDV when recombinants 

were excluded. Furthermore, we have mapped the global distribution of different genotypes 

and subtypes. Finally, we have compiled a complete set of reference genomes for each 

subtype and proposed criteria for future identification of novel genotypes and subtypes. Of 

note, our global distribution map indicates that currently available HDV genetic data remains 

limited, and thus the proposed classification will likely evolve as future epidemiological data 

will accumulate. Overall, these results shall facilitate the future research on the diagnosis, 

screening, epidemiology, evolution, prevention and clinical management of HDV infection.  

  



Chapter 2 

42 | P a g e 
  

ABBREVIATIONS 

HDV, hepatitis delta virus/hepatitis D virus; HBV, hepatitis B virus; HBsAg, hepatitis B surface 

antigen; ssRNA, single-stranded RNA; nts, nucleotides; cRNA, complementary RNA; mRNA, 

messenger RNA; ORF, open reading frame; HDAg, hepatitis delta antigen; HCC, hepatocellular 

carcinoma; bp, base pair; WHV, woodchuck hepatitis B virus; ML, Maximum-likelihood; NJ, 

Neighbor-Joining; GOP, gap-opening penalty; GEP, gap extension penalty; GTR, General Time 

Reversible; JTT, Jones-Taylor-Thornton. 
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SUPPLEMENTARY METHODS AND RESULTS 

Supplementary Figures  

 

Figure S1. Bootscan analysis of 30 HDV full-length recombinants. A 600 bp window, a 20 bp step 
increment, and 1,000 bootstrap replicates were used. The query sequence was confirmed as 
ǊŜŎƻƳōƛƴŀƴǘ ǿƘŜƴ ǘƘŜ ǎƛƳƛƭŀǊƛǘȅ ǿƛǘƘ ǘƘŜ άǇŀǊŜƴǘŀƭέ ǊŜŦŜǊŜƴŎŜ ǎŜǉǳŜƴŎŜǎ ŀŎǊƻǎǎ ǘƘŜ ǿƘƻƭŜ ƎŜƴƻƳŜ 
was over 80% of the permuted trees. The red line indicates the 80% threshold used to denote 
significance between genotypes. Breakpoint positions were numbered to the aligned cRNA dataset, 
and the corresponding original genomic positions were summarized in Table S1. HDV genotype 1, 2, 4, 
5 and 8 could recombine with other genotypes or subtypes; however, recombinants formed more 
frequently with genotype 1 and 5. In terms of genomic breakpoint positions, nt 577-650, 694-872, 
1154-1340 and 1370 were the four RNA regions that recombination events occurred throughout the 
whole genome, and the corresponding antigenomic RNA positions were nt 1029-1133, 807-985, 339-
525 and 309, respectively. Among these regions, nt 694-872 at genomic RNA or corresponding to nt 
807-985 at antigenomic RNA was the hotspot for recombination. 
 

 
Figure S2. Bootscan analysis of one newly detected and two previous reported HDV full-length 
recombinants. AB088679 strain was newly detected in this study. AB118845 and KF66598 strains were 
identified previously. A 600 bp window, a 20 bp step increment, and 1,000 bootstrap replicates were 
ǳǎŜŘΦ ¢ƘŜ ǉǳŜǊȅ ǎŜǉǳŜƴŎŜ ǿŀǎ ŎƻƴŦƛǊƳŜŘ ŀǎ ǊŜŎƻƳōƛƴŀƴǘ ǿƘŜƴ ǘƘŜ ǎƛƳƛƭŀǊƛǘȅ ǿƛǘƘ ǘƘŜ άǇŀǊŜƴǘŀƭέ 
reference sequences across the whole genome was over 80% of the permuted trees. The red line 
indicates the 80% threshold used to denote significance between genotypes. Breakpoint positions 
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were numbered to the aligned cRNA dataset, and the corresponding original genomic positions were 
summarized in Table S1. Two patterns of HDV recombination were showed. One category, such as the 
two recombinants of AB118845 and KF660598, has only one crossover. The second category including 
the other 31 recombinants has two crossovers. 
 
 

 
 
Figure S3. The Neighbor-Joining (NJ) tree of 312 HDV full-length antigenomic RNA (cRNA) sequences. 
(A) The overall framework of HDV NJ tree; (B) the topology of 1b branch indicating previous designated 
three subtypes; (C) the topology of genotype 3 clade. All original HDV full-length genomic RNA 
sequences were transformed to cRNA sequences and standardized to read from 1 to 1678. The tree 
was reconstructed using p-distance model with Bootstrap method test. Potential recombinants were 
ruled out from the tree. Branch support was calculated using 1,000 replicates, and only bootstrap 
values >70% are shown. The tree was rooted with woodchuck hepatitis B virus (WHV). 
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Figure S4. Maximum-likelihood (ML) trees of HDV subgenomic sequences. (A) HDAg coding gene 
fragment; (B) HDAg amino acid. The General Time Reversible (GTR) model and the Jones-Taylor-
Thornton (JTT) model were used as the best DNA and protein model, respectively, with 5 rate 
categories (G) and invariable sites (I). Potential recombinants were ruled out from the trees. Branch 
support was calculated using 1,000 replicates, and only bootstrap values >70% are shown. The tree 
was rooted with woodchuck hepatitis B virus (WHV). The branches identical with the full-length 
classification results were compressed. 
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Figure S5. The detailed results of calculated nucleotide similarity and genetic distance. (A) 
Intergenotypic nucleotide similarities and genetic distances distance; (B) Intersubtypic nucleotide 
similarities and genetic distances. The comparisons were based on 312 HDV full-length cRNA 
sequences. Nucleotide similarities were calculated by the program Sequence Distances implemented 
in MegAlign software, and genetic distances were calculated by MEGA with the Kimura 2-
parameter/gamma model and 1000 bootstrap replicates. 
 
 
Supplementary Table 
Table S1. The genotypes component of HDV recombinants 

Accession NO.  
Recombined genotype 

 
Recombination event (position) 

Major Minor RNA cRNA 

AB118845 4a 4b  1370 309 

KF660598 2a/1b 1b/2a  827 852 

AM902178 1a 4a  1203-1340 339-476 

U81988 1b 2a  1203-1300 379-476 

GU177114 8a 6b  1154-1300 379-525 

AM779589 1b 2a  743-872 807-936 

KJ744240 1b 4b  743-872 807-936 

KJ744241 1b 4b  743-872 807-936 
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KJ744234 1b 5b  743-872 807-936 

M92448 1b 5b  743-872 807-936 

LT594474 1b 6a  743-827 852-936 

AM902171 1b 6a  743-790 889-936 

AM779576 1b 6a  743-872 807-936 

JX888113 1b 6a  743-827 852-936 

AM779593 1b 6a  694-872 807-985 

LT594477 1b 6a  694-872 807-985 

M58629 1b 6a  694-872 807-985 

AM779592 1b 6b  743-827 852-936 

LT604941 1b 6b  694-872 807-985 

KJ744253 1b 6b  743-790 889-936 

AM902174 1b 8a  743-872 807-936 

AM902173 1b 8a  743-872 807-936 

HQ005372 1b 8a  743-872 807-936 

AM183328 5a 2a  743-872 807-936 

AJ584845 5a 4b  724-844 835-955 

AJ584846 5a 1b  694-872 807-985 

LT604962 5a 6a  743-872 807-936 

LT604960 5a 2a  743-872 807-936 

AJ584848 5a 2a  743-872 807-936 

AM183326 5a 2a  743-872 807-936 

LT594472 5b 2a  743-872 807-936 

LT604958 5b 6a  694-872 807-985 

AB088679 4b 3c  577-650 1029-1133 

The designation of subtypes was according to our updated classification system. Two previous 
reported recombinants were indicated in bold. 
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ABSTRACT 

Background: Hepatitis delta virus (HDV) co-infects with hepatitis B virus (HBV) causing the 

most severe form of viral hepatitis. However, its exact global disease burden remains largely 

obscure. We aim to establish the global epidemiology, infection mode-stratified disease 

progression and clinical outcome of HDV infection.  

Methods: We conducted a meta-analysis with a random-effects model, and performed data 

synthesis.   

Results: The pooled prevalence of HDV is 0.80% (95% CI 0.63-1.00) among the general 

population and 13.02% (95% CI 11.96-14.11) among HBV carriers, corresponding to 48-60 

million infections globally. Among HBV patients with fulminant hepatitis, cirrhosis or 

hepatocellular carcinoma, HDV prevalence is 26.75% (95% CI 19.84-34.29), 25.77% (95% CI 

20.62-31.27), and 19.80% (95% CI 10.97-30.45), respectively. The odds ratio (OR) of HDV 

infection among HBV patients with chronic liver disease compared to asymptomatic controls 

is 4.55 (95% CI 3.65-5.67). HDV co-infected patients are more likely to develop cirrhosis than 

HBV mono-infected patients with OR of 3.84 (95% CI 1.79-8.24). Overall, HDV infection 

progresses to cirrhosis within 5 years, and to hepatocellular carcinoma within 10 years in 

average. 

Conclusions: Findings suggest that HDV poses a heavy global burden with rapid progression 

to severe liver diseases, urging effective strategies for screening, prevention and treatment. 
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INTRODUCTION 

Hepatitis delta virus (also known as hepatitis D virus, HDV) is a defective sub-virus that 

requires hepatitis B virus (HBV) surface antigens (HBsAgs) to propagate. Following its 

discovery in the 1970s, HDV has been largely neglected over the past decades, and 

establishing HDV status has been relatively uncommon in routine clinical practice. Early 

reported global prevalence of HDV was estimated at 15-20 million infections, corresponding 

to about 5% of HBV carriers (1). This relatively complacent view on the HDV public health 

problem was challenged in 2017, when a study targeting sub-Saharan Africa estimated the 

presence of seven million infections in this specific region alone (2). Indeed, a subsequent 

study in 2018 estimated the world-wide number of HDV infections at about 62-72 million (3) 

and this number was recently upwardly revised to 74 million (4). Thus, the public health 

problem posed by HDV infection appears much bigger than initially assumed. However, there 

is ongoing debate regarding the exact global prevalence of HDV (5, 6), and regional estimates 

remain largely lacking. 

Globally, viral hepatitis causes around 1.34 million deaths annually, with 66% of the deaths 

attributed to HBV infection (7). Which fraction, however, of the HBV-associated mortality 

involves disease complicated by HDV infection remains uncertain. Despite being a defective 

virus, HDV is generally associated with the most severe forms of acute and chronic viral 

hepatitis in humans. Patients infected with both HDV and HBV display apparently dramatically 

accelerated progression to cirrhosis and development of hepatocellular carcinoma compared 

to those patients displaying HBV infection alone (8-10). It is thus likely that HBV complicated 

by HDV infection is associated with alternative disease progression, treatment response and 

patient outcome when compared to non-HDV complicated HBV infection, but quantitative 

data on the contribution of HDV infection on outcome of HBV infection are largely lacking (11-

13). Interestingly, HDV infection can occur either via simultaneous coinfection with HBV of a 

susceptible individual or through superinfection of an HBV carrier (14). These two 

transmission modes may also lead to distinct clinical outcome but again systematic analysis of 

such an effect has not been performed (14). By performing a systematic review, meta-analysis 

and additional data synthesis, we aimed to generate a high-confidence estimate of the global 

prevalence of HDV infection and its relation to outcome HBV infection in the context of both 

HBV/HDV coinfection as well as of HDV superinfection in an existing HBV infection. 
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MATERIALS AND METHODS 

Literature search and selection criteria 

For this systematic review and meta-analysis, we searched EMBASE, Medline Ovid, Cochrane 

Database, and China Knowledge Resource Integrated database for cross-sectional and 

longitudinal observational studies measuring the prevalence and outcome of HDV infection, 

published in English and Chinese languages from database inception to February 2019. The 

prevalence of HDV was defined by the detection of HDV antibodies (anti-HDV IgG and/or anti-

HDV IgM) using immunoassay, supplemented by the additional detection of delta antigen and 

HDV RNA. Study subjects were classified either as general population or HBsAg positive 

carriers, and for further sub-analysis groups were divided into blood donors, population at 

large (general group), intravenous drug users (IDUs), people with high-risk sexual activity, HIV 

patients, HCV patients, blood transfusion recipients, mixed patients, patients with liver 

disease and asymptomatic HBV carriers, as per cohort information. HBV patients with liver 

disease were divided into different categories: acute hepatitis (AH), fulminant hepatitis (FH), 

chronic hepatitis (CH), liver cirrhosis, and hepatocellular carcinoma (HCC).  

Data collection and processing 

Non-redundant records were initially screened by title and abstract according to the selection 

criteria independently performed by Z.M and S.L. The selected results were cross-checked to 

resolve discrepancies, and the remaining disagreements were discussed with J.L and Q.P and 

resolved by consensus. Subsequently, the selected records were subjected full-text 

assessment, and data were extracted from the primary literature independently by Z.M and 

S.L. Discrepancies were identified and resolved by discussing or arbitrage by J.L and Q.P. For 

exclusion of potential duplicate data from the same geographical location, consensus by the 

investigational team was achieved. Authors from primary studies were contacted for 

clarification if required. 

The quality of the studies included was assessed by a scoring system (15, 16), which was 

independently performed by two investigators (Z.M and S.L) and reviewed by the other 

investigators (J.L and Q.P). Then, sensitivity analyses were performed to assess the effects of 

study quality and data source. Our study was done in accordance with the Preferred Reporting 
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Items for Systematic Reviews and Meta-Analyses (PRISMA) guidelines and Guidelines for 

Accurate and Transparent Health Estimates Reporting (GATHER) statements (17, 18). 

Statistical analysis 

The Metaprop module in the R-3.4.2 statistical software package was used for meta-analysis. 

The pooled prevalence was calculated by the DerSimonian-Laird random-effects model with 

Freeman-Tukey double arcsine transformation (19, 20). The 95% confidence interval (CI) was 

estimated using Wilson score method. Odds ratios were pooled with DerSimonian-Laird 

random-effects model. To avoid small sample bias in the random effects model, we excluded 

studies with fewer than 100 subjects for the general population and 20 for HBsAg positive 

carriers. Detailed information regarding materials, methods and related references as well as 

additional discussion are provided in the online Supplementary Data file.  

 

RESULTS 

Estimates of HDV prevalence at national, regional and global levels 

Our search returned 3,518 records, and 634 of these met the inclusion criteria (Figure 1). In 

total, 332,155 individuals of the general populations from 48 countries and regions and 

271,629 HBsAg positive carriers from 83 countries and regions were included (Supplementary 

Figure 1). For estimating the global prevalence, we calculated that the pooled prevalence of 

HDV is 0.80% (95% CI 0.63-1.00) in the general population and 13.02% (95% CI 11.96-14.11) 

among HBsAg positive carriers, corresponding to 48-60 million infections worldwide (Figure 

2). China, India and Nigeria are the leading countries in this respect (Figure 2 and 

Supplementary Table 1). Regionally, HDV is highly prevalent in central Asia, eastern Europe, 

tropical and central Latin America, as well as central and west sub-Saharan Africa (Table 1). 

Asia (44.41%-56.55%) followed by Africa (22.30%-38.37%) are predominant with respect to 

global HDV burden. HDV infection is especially prevalent in low-income and lower-middle 

income countries, but concomitantly data from these resource-limited countries are relatively 

limited (Table 1 and Supplementary Figure 2). 
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Figure 1. Flowchart of study selection.  

 

Analysis of risk factors for HDV transmission 

Further analysis of our data showed that the prevalence of HDV is high among IDUs but low 

among blood donors (Supplementary Table 2). IDU, HIV and HCV are the remain risk factors 

for HDV transmission observed in HBsAg positive carriers with respective ORs of 15.44 (95% 

CI 8.68-27.49), 2.99 (95% CI 1.84-4.88), and 3.05 (95% CI 1.19-7.86), relative to controls 

(Supplementary Table 2). There is no significant difference for the prevalence of HDV in males 

(14.95%; 95% CI 12.43-17.67) versus females (14.18%; 95% CI 11.49-17.10) among HBsAg 

positive carriers, with an OR of 1.05 (95% CI 0.91-1.21) (Supplementary Figure 3-5). 
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Figure 2. Global prevalence of HDV infection. (A) General population; (B) HBsAg-positive carriers. 
Blank means HDV pooled prevalence is not applicable due to lacking HDV epidemiological data. First 
ten counties for the estimates of HDV burden were listed respectively. Hepatitis delta virus, HDV; 
hepatitis B virus surface antigens, HBsAgs. 
 

HDV infection presents a distinct epidemiological profile among HBV patients 

There are hardly data that comprehensively capture as how and to what extent HDV 

contributes to severe liver diseases. Interestingly, the prevalence of HDV infection in HBsAg 

positive patients is very distinct between different forms of liver pathology. Among acute HBV 

patients, HDV infection is much higher in FH (26.75%; 95% CI 19.84-34.29) as compared to less 

symptomatic cases of AH (11.70%; 95% CI 8.90-14.81) (Figure 3A). In chronic HBV patients, 

HDV infection rates are low in ASC (3.96%; 95% CI 3.13-4.88), but are high in CH (16.75%; 95% 

CI 14.00-19.69), cirrhosis (25.77%; 95% CI 20.62-31.27), and HCC (19.80%; 95% CI 10.97-30.45) 

(Figure 3B). Comparison of symptomatic chronic HBV patients with asymptomatic controls of 

the same population yielded an OR for HDV infection of 3.56 (95% CI 2.72-4.65), 6.75 (95% CI 

4.42-10.30), and 5.61 (95% CI 2.60-12.09) for CH, cirrhosis, and HCC, respectively (Figure 3C). 

The pooled OR of these severe liver diseases is 4.55 (95% CI 3.65-5.67) and thus HDV infection 

is significantly linked to more serious pathology in HBV patients. 
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Figure 3. The epidemiological profile of HDV infection. (A) Prevalence of HDV among acute HBV 
patients. (B) Prevalence of HDV among chronic HBV patients. (C) Forest plot of hepatitis D virus 
prevalence among patients with chronic liver diseases compared with asymptomatic controls. Data 
are pooled from a random-effects model. Hepatitis delta virus, HDV; Asymptomatic carrier, ASC; Acute 
hepatitis, AH; Fulminant hepatitis, FH; Chronic hepatitis, CH; Hepatocellular carcinoma, HCC; 
Confidence interval, CI. 

 

Different infection patterns of HDV infection result in distinct outcomes 

Two major HDV infection patterns, coinfection and superinfection, provoke different 

outcomes (Figure 4A). The majority of HBV-HDV co-infected patients spontaneously recover 

from HDV infection (80.96%; 95% CI 48.71-98.91), but only a minor proportion of 

superinfected patients recover (30.35%; 95% CI 12.05-52.70). In contrast, only a relatively 

small proportion of co-infected patients develop chronic disease (10.45%; 95% CI 4.49-18.52), 

but a substantial proportion of superinfected patients progress to chronic disease (77.38%; 

95% CI 55.09-93.54). The OR to recover or become chronically infected following HDV 

coinfection are 5.05 (95% CI 1.45-17.56) and 0.05 (95% CI 0.01-0.27), respectively, relative to 

HDV superinfection. Stratification according to the pattern of viral infection reveals that most 

patients are HDV dominant (69.28%; range 56.30-85.25) or HBV-HDV codominant (27.56%; 



Chapter 3 

63 | P a g e 
 

range 14.52-40.60), with only a small fraction of patients being HBV dominant (3.16%; range 

3.10-3.23). Thus, patients with HBV infection will clearly benefit from measures that prevent 

further HDV infection. 

 

 

Figure 4. Schematic diagram of HDV infection and disease progression. (A) HDV infection patterns. 
Coinfection is that HDV and HBV simultaneously infect an individual or HDV infect the individual at the 
early stage after HBV infection. The essential diagnostic marker of this pattern is positive HBsAg and 
high-titer of anti-HBc IgM antibodies. Superinfection is that HDV infects the individual who has already 
established HBV infection or is a chronic HBV carrier (HBsAg positive). Anti-HBc IgM antibodies are 
absent in this pattern. HDV>HBV, HDV replication dominant; HDV~HBV, HDV and HBV codominant; 
HDV<HBV, HBV replication dominant. (B) Clinical progression of HDV infection. Pooled probability was 
shown with 95% CI unless specifically indicated. Time was shown as mean (range). The total percentage 
exceed 100% after data synthesis. Hepatitis delta virus, HDV; Hepatitis B virus, HBV; hepatitis B virus 
surface antigens, HBsAgs; Odds ratio, OR. 

 

HDV infection leads to rapid progression to severe liver diseases 

We observe that HDV infection predisposes to rapid progression into severe liver diseases 

(Figure 4B). Upon acute infection, 39.20% (95% CI 13.14-69.16) of HDV-infected patients 
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develop CH within a mean of 1.5 years (range 1.0-1.7) and 30.44% (95% CI 13.32-50.99) to 

cirrhosis within 3 years (mean, range 1.5-4.0). For established chronic infection, 76.47% (95% 

CI 63.98-86.98) of HDV-infected patients develop CH within a mean of 3 years, and 29.74% 

(95% CI 19.43-41.22) to cirrhosis within 3.1 years (mean, range 0.5-12.0). With respect to 

patients with CH, 53.79% (95% CI 35.16-71.88) of the patients with CH will progress to cirrhosis 

within a mean of 3.3 years (range 0.5-8.0), and 14.04% (95% CI 9.51-19.30) of the cirrhotic 

patients will progress to HCC within a mean of 3.7 years (range 1.0-9.0). In general, HDV 

infection progresses to cirrhosis averagely within 5 years, and to HCC within 10 years in 

average.  

Compared to HBV mono-infection, double infection with HDV results in more severe clinical 

outcome. Among double-infected patients, only 14.99% (95% CI 2.87-34.22) are 

asymptomatic but 38.85% (95% CI 31.57-46.39) are cirrhotic (Figure 5A). In contrast, from the 

HBV mono-infected patients, 14.36% (95% CI 10.04-19.30) is cirrhotic, whereas 57.2% (95% CI 

26.10-85.42) is asymptomatic. For double-infected patients, the odds ratios for being 

asymptomatic, or having a diagnosis of cirrhosis, HCC or mortality are 0.12 (95% CI 0.06-0.21), 

3.90 (95% CI 2.94-5.18), 1.97 (95% CI 1.02-3.78), and 2.05 (95% CI 1.18-3.56), respectively, 

relative to HBV mono-infected patients (Figure 5B). The observed probability for cirrhosis 

development is much higher among double-infected patients (40.50%; 95% CI 22.09-60.43) 

than HBV mono-infected patients (14.22%; 95% CI 8.46-21.17), with an OR of 3.84 (95% CI 

1.79-8.24) ( Figure 5C). Interestingly, the positive rates of either HBeAg and HBV DNA in serum 

of double-infected patients are lower than those observed in HBV mono-infected patients 

with respective ORs of 0.74 (95% CI 0.06-0.93) and 0.47 (95% CI 0.30-0.74) (Figure 5D). 

Quality and sensitivity analyses 

In our quality and sensitivity analyses (Supplementary Table 3 and 4, Supplementary Figure 

6-11), the exclusion of low-scoring studies or the data from literature of Chinese language only 

showed minor effects on the estimates of the overall prevalence of HDV infection both among 

the general population and HBsAg positive population. However, the exclusion of these 

Chinese studies published in the Chinese language decreased the pooled prevalence in China 

of the general population from 0.69% to 0.48%, probably due to the influence by an extremely 

large negative cohort study from Hong Kong, but increased the rate of HBsAg positive 
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individuals from 10.16% to 14.37%. Additionally, we noted significant heterogeneity within 

our meta-analysis. 

 
 

 

Figure 5. Clinical outcome comparison between HDV positive and negative patients. (A) Radar chart 
represents the composition of liver diseases among patients. (B) Forest plot of liver disease ratio 
among HDV positive patients compared with HDV negative patients. Data are pooled from a random-
effects model. (C) The development of liver diseases among HDV positive patients compared with HDV 
negative patients. (D) The suppressive effect of HDV on HBV replication. Hepatitis B e antigen (HBeAg) 
and HBV DNA are the indicators of HBV replication. Asymptomatic carrier, ASC; Hepatocellular 
carcinoma, HCC; Odds ratio, OR; Confidence interval, CI; Hepatitis B e antigen, HBeAg. 

 

DISCUSSION 

In the present study we estimate that there are 48 to 60 million cases of HDV infection in HBV-

infected individuals worldwide, yielding a global prevalence of 0.80% in the general population 

and 13.02% in HBsAg-positive carriers. A recent study that reported a global prevalence of 

0.98% (3), but our study provides a more accurate estimate (Supplementary Data), and is in 

line with the recently postulated global prevalence of 0.82% (6). The discrepancy with earlier 

studies can largely be attributed to the stratification for different populations and the 
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exclusion of non-representative populations (e.g., IDUs, HIV patients, and patients with liver 

diseases). This avoids overestimation as was the criticism made with regard to the previous 

studies (5, 6).  

The substantial global burden of HDV infection is fostered by several factors. Although it was 

previously identified as the satellite virus of HBV, a recent experimental study has 

demonstrated that HBV-unrelated viruses can also act as helper viruses for HDV transmission, 

such as HCV (21). Interestingly, we observe a high prevalence rate and a three-times increase 

in the odds for HDV infection among HBV-HCV double-infected patients. These results appear 

to support the experimental findings that HCV may assist the assembly and secretion of HDV 

infectious particles in patients, but requires further confirmatory investigation (21). Moreover, 

our study shows that the prevalence of HDV is extremely high among HBV-positive IDUs. Thus 

our study fits well with previous work showing the importance of injection drug use in driving 

HDV transmission (2, 3). Notably, previous study reported that IDUs represent a large reservoir 

of HDV burden (7). Indeed, we observe a fifteen-times increase in the odds for HDV infection 

in HBV-positive IDUs as compared with HBV-positive non-drug using counterparts. However, 

we estimate that only approximately 1.24%-1.56% and 1.04%-1.31% of the HDV burden can 

be attributed to users of intravenous drugs (743,000 cases) and HIV exposure (624,000 cases), 

respectively (16, 22). Thus strategies aimed at reducing HDV transmission by IDUs are mainly 

effective in reducing HDV prevalence because they prevent contagion of the population at 

large.  

The prevalence of HDV varied substantially between geographical regions. With respect to the 

general population, in 18 countries the prevalence is over 1% and over half of the countries 

involved are from Africa while Latin America also has a fair number of high prevalence 

countries. Particularly, HDV infection rates highly prevail in Tunisia (15.33%), Mongolia 

(8.31%), and Niger (5.04%). Among HBsAg-positive carriers, the prevalence of HDV in 13 

countries is excess of 30%, while in 10 countries is between 20%-30%, and in 23 countries is 

between 10%-20%. Consistent with previous observations, central Asia, eastern Europe, 

tropical and central Latin America, as well as central and west sub-Saharan Africa are high-

endemic areas of HDV infection (3). Our findings show that Asia (44.41%-56.55%) and Africa 

(22.30%-38.37%) constitute the largest populations hit by HDV infections. Notably, Asia and 

Africa are the large reservoirs for HBV infection and accordingly are also the worst-hit areas 

with respect to HDV burden (23).  
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Regarding the estimation at national level, potential bias may be present in particular 

countries. Because of the limited sample number, there could be overestimation in the 

general population from these countries such as Colombia (1703), Nigeria (1419), Pakistan 

(2076), Tunisia (750) and Uganda (358), compared with the estimations among HBsAg positive 

carriers (Supplementary Table 1). Besides, the limited origin of the samples among general 

population may also lead to overestimation in country like Brazil (Supplementary Data). 

Finally, the national estimations of HDV prevalence are balanced by the estimations among 

general population and HBsAg positive carriers (Supplementary Data). Our results show that 

China, India and Nigeria are the top three countries with respect to the number of HDV-

infected individuals.  

The importance of highlighting the high global prevalence of HDV infection is illustrated by 

the neglect in screening for HDV. Indeed, there is a paucity of studies about HDV prevalence 

in low-income and lower-middle-income countries. Such countries account for 50% of the 

world population, 60% of HBV burden but 70.34%-75.34% of HDV burden (23). Also in view of 

the observed propensity for serious liver disease in HDV superinfected individuals observed in 

the present study, a global health need emerges for effective prevention especially aimed at 

these countries.   

The implementation of a global HBV vaccination program may be a cost-effective approach in 

this respect. Previous studies and mathematical modelling suggest that a HBV vaccination 

coverage above 80% is sufficient for eventual eradication of both HBV and HDV infection (3, 

24). Early childhood HBV vaccination coverage, however, is still low (globally only 39 % in 2015), 

especially in African and South-East Asia (7), and it is estimated that over 100 million people 

are annually de novo infected with HBV (25, 26). Thus more efforts in this respect are 

necessary.  

An important finding of our study is the dichotomy in outcome between simultaneous 

coinfection with HBV/HDV and a later HDV superinfection. The majority of the HBV-HDV co-

infected patients spontaneously recover, whereas a substantial proportion of superinfected 

patients progress to chronic disease (Supplementary Data). The implication of this result is 

that treatment of HBV carriers is important, as to prevent later chronic HDV infection. 

Unfortunately, only 10% of HBV infections are diagnosed, and only 5% receive antiviral 

therapy, also because of the relatively high costs associated with HBV-directed anti-viral 

therapy (23). We find clinical evidence that HDV and HBV actively interact with each other, 
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resulting in three replicative patterns, but most patients are HDV dominant (Supplementary 

Data). Mechanistically, this may be partially explained by a previous experimental study that 

HDV replication can suppress HBV replication by interfering with HBV mRNA synthesis and 

stability (11). Furthermore, HDV infection can induce the production of both type I and type 

III interferons (IFN-ʲ ŀƴŘ LCb-˂ύΣ ǿƘƛŎƘ ōƻǘƘ ƛƴƘƛōƛǘ I.± ƛƴŦŜŎǘƛƻƴ ǿƘŜǊŜŀǎ I5± ƛǎ ǊŜǎƛǎǘŀƴǘ ǘƻ 

self-induced innate immune responses (27, 28). 

HDV infection is associated with progression to severe liver disease but, intriguingly, different 

liver diseases associated with HBV infection show a distinct relationship to HDV status. Among 

acute HBV patients, although vast majority of the data were collected from the studies 

published before year 2000, HDV infection is much higher in FH (26.75%) as compared to that 

in less symptomatic cases of acute hepatitis (11.70%) (Figure 3A) (29-31). The figure that HDV 

infection is much more often observed in more severe symptomatic cases than less 

symptomatic cases is identical among chronic HBV patients, and this is also well supported by 

the pooled odds ratio (Figure 3). Together, HDV prevalence is particularly high in symptomatic 

HBV patients, especially patients with fulminant hepatitis and cirrhosis, than less symptomatic 

or asymptomatic cases. Over half (52%) of the patients suffering from acute HDV infection 

develop chronicity, and the majority (76%) of these chronically infected patients progress to 

CH. In turn, half (54%) of the CH patients progress to cirrhosis within three to five years (10, 

32-34), and thus disease progression is much more aggressive in patients with HDV infection 

as compared to those suffering from HCV or HBV infection alone (35, 36). These results may 

correspond to previous findings that HDV replication synergistically activates hepatitis B virus 

X (HBx)-mediated TGF-ʲ ŀƴŘ Ŏ-Jun signaling cascades, both linked to fibrosis (Supplementary 

Data) (37, 38). Counterintuitively, however, protective effects has been associated with an 

HDV-positive status on the outcome of liver transplantation for cirrhosis or HCC (39).  

There are several limitations of our study. First, we failed to collect sufficient data regarding 

antiviral treatment. Second, we mainly included publications in English, but also included the 

literatures published in Chinese language. This improves results because China bears a large 

part of the global HBV burden, but available English publications are mainly from Taiwan, and 

the prevalence of HDV may be different from the mainland and Taiwan. Thirdly, HDV is 

currently classified into eight genotypes (40) and different genotypes maybe lead to distinct 

clinical outcomes, but we did not include this aspect in the analysis because available data is 

limited. Fourthly, we performed the estimates both among the general population and HBsAg 
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positive population. Interpretation of results relating to the latter is directly influenced by the 

HBV burden reference, but this itself is uncertain with estimates ranging from 250 million to 

500 million (41). We employed the most frequently cited reference burden of 367 million and 

estimated the infection of HDV as 48 million, but HDV estimates range from 32 million to 61 

million when refer to different HBV estimates (Supplementary Figure 12). Finally, the 

interpretation of our estimates may be affected by the study quality, data source and study 

population included, resulting in variations that may increase the heterogeneity in our analysis 

(Supplementary Data). Thus, our current estimates will likely evolve as more high-quality 

epidemiological data come available.  

In summary, we now provide a high-confidence estimate of global HDV prevalence, although 

our results also show the need for high-quality epidemiological surveys for HDV in low-income 

and lower-middle-income countries. Our results quantify the effect of HDV infection in the 

context of HBV infection and highlight the risk of HDV superinfection in this context. Overall, 

our study shows that the global HDV burden is substantial, whereas its association to rapid 

progression to severe liver disease calls for more efforts with respect to screening, prevention 

and treatment. 
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SUPPLEMENTARY METHODS AND RESULTS  

Methods 

1. Search term and records 

(1) embase.com 

('Hepatitis delta virus'/mj OR 'delta agent hepatitis'/mj OR 'hepatitis delta antigen'/mj OR 

((Hepatitis NEAR/3 (delta)) OR 'Hepatitis d' OjR hdv OR hdag):ab,ti) AND ('prevalence'/de OR 

prevalence/de OR 'epidemic'/de OR epidemiology/de OR epidemiology:lnk OR 

'epidemiological data'/de OR 'molecular epidemiology'/de OR 'endemic disease'/de OR 

'infection'/de OR 'mixed infection'/de OR 'concurrent infection'/de OR 'Human 

immunodeficiency virus infection'/de OR 'virus infection'/de OR 'virus hepatitis'/de OR 

'genotype'/de OR 'genomics'/de OR 'molecular genetics'/de OR 'genetics'/de OR 'clinical 

outcome'/de OR 'liver cirrhosis'/de OR 'liver cell carcinoma'/de OR therapy/de OR 'alpha 

interferon'/de OR interferon/de OR 'peginterferon'/de OR 'peginterferon alpha'/de OR 

'recombinant alpha2b interferon'/de OR 'recombinant alpha interferon'/de OR 'recombinant 

alpha interferon A'/de OR 'recombinant alpha interferon AD'/de OR 'recombinant alpha2 

interferon'/de OR 'recombinant alpha2a interferon'/de OR 'recombinant alpha2b 

interferon'/de OR 'recombinant alpha2c interferon'/de OR 'alpha interferon'/de OR 'alpha 

interferon A'/de OR 'alpha interferon A-D'/de OR 'alpha interferon C'/de OR 'alpha interferon 

derivative'/de OR 'alpha1 interferon'/de OR 'alpha2 interferon'/de OR 'alpha2a interferon'/de 

OR 'alpha2b interferon'/de OR 'alpha2b interferon plus ribavirin'/de OR 'alpha2c 

interferon'/de OR 'alphan1 interferon'/de OR 'alphan3 interferon'/de OR 'peginterferon 

alfacon 2'/de OR 'peginterferon alpha'/de OR 'peginterferon alpha2a'/de OR 'peginterferon 

alpha2b'/de OR (prevalen* OR seroprevalen* OR epidemic* OR outbreak* OR epidemiolog* 

OR endemic* OR infect* OR coinfect* OR genotype* OR genomic* OR genetic* OR (clinical* 

NEAR/3 outcome) OR cirrhosis OR (('liver cell' OR Hepatocellula*) NEAR/3 carcinom*) OR 

therap* OR treat* OR interferon* OR peginterferon*):ab,ti) NOT ([animals]/lim NOT 

[humans]/lim) NOT ([Conference Abstract]/lim OR [Letter]/lim OR [Note]/lim OR 

[Editorial]/lim) AND [english]/lim 

(2) Medline Ovid  

(* Hepatitis Delta Virus/ OR Hepatitis delta Antigens/ OR ((Hepatitis ADJ3 (delta)) OR Hepatitis 

d OR hdv OR hdag).ab,ti.) AND (Prevalence/ OR Seroepidemiologic Studies/ OR Epidemics/ OR 
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Epidemiology/ OR epidemiology.fs. OR Molecular Epidemiology/ OR Infection/ OR genotype/ 

OR genomics/ OR molecular biology/ OR Genetics/ OR Liver Cirrhosis/ OR Carcinoma, 

Hepatocellular/ OR therapeutics/ OR exp Interferon-alpha/ OR Interferons/ OR (prevalen* OR 

seroprevalen* OR epidemic* OR outbreak* OR epidemiolog* OR endemic* OR infect* OR 

coinfect* OR genotype* OR genomic* OR genetic* OR (clinical* ADJ3 outcome) OR cirrhosis 

OR ((liver cell OR Hepatocellula*) ADJ3 carcinom*) OR therap* OR treat* OR interferon* OR 

peginterferon*).ab,ti.) NOT (exp animals/ NOT humans/) NOT (letter* OR news OR comment* 

OR editorial* OR congres* OR abstract* OR book* OR chapter* OR dissertation abstract*).pt. 

AND english.la. 

(3) Cochrane CENTRAL 

(((Hepatitis NEAR/3 (delta)) OR Hepatitis-d OR hdv OR hdag):ab,ti) AND ((prevalen* OR 

seroprevalen* OR epidemic* OR outbreak* OR epidemiolog* OR endemic* OR infect* OR 

coinfect* OR genotype* OR genomic* OR genetic* OR (clinical* NEAR/3 outcome) OR cirrhosis 

OR ((liver-cell OR Hepatocellula*) NEAR/3 carcinom*) OR therap* OR treat* OR interferon* 

OR peginterferon*):ab,ti) 

(4) China Knowledge Resource Integrated databases 

άƘŜǇŀǘƛǘƛǎ ŘŜƭǘŀ ǾƛǊǳǎέ 

Summary 

Databases References De-duplicated 

embase.com 2690 2657 

Medline Ovid  2420 268 

Cochrane CENTRAL 151 93 

China Knowledge Resource Integrated databases 574 500 

Total 5835 3518 

 

We conducted a systematic review and meta-analysis of the published studies for the 

prevalence and clinical outcome of HDV infection from EMBASE, Medline Ovid, and Cochrane 

Database. The first search was designed and conducted by an experienced medical librarian 

on May 1st, 2018, and only targeted English publications without time restriction. But we then 

found that the available English publications of China were mainly from Taiwan, and the 

prevalence of HDV may be different from the mainland and Taiwan. Thus, additional search 

was performed (by Z.M.) in China Knowledge Resource Integrated database for the studies 

published in CƘƛƴŜǎŜ ƭŀƴƎǳŀƎŜ ǿƛǘƘ ǘŜǊƳ άƘŜǇŀǘƛǘƛǎ ŘŜƭǘŀ ǾƛǊǳǎέΦ  
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Abstracts from conferences were included in our search. All search records were downloaded 

and duplicate records were removed. Finally, the reference lists of included articles were 

manually searched. All publications were updated to February 2019. 

 

2. Definition 

(1) Hepatitis D virus prevalence: The antibodies to delta antigen are regarded as diagnostic 

markers used for routine HDV screening (immunoassay), whereas the nucleic acid is an 

indicator of active infection and measurement of treatment response (1). HDV prevalence was 

represented by the detection of serological markers, mostly were the total antibodies to delta 

antigen, or anti-HDV IgG and anti-HDV IgM using immunoassay, and sometimes may be 

supplemented by the additional detection of HDAg and HDV RNA. 

(2) Coinfection and superinfection: Coinfection is HDV and HBV simultaneously infect an 

individual or HDV infects the individual at the early stage after HBV infection. The crucial 

diagnostic marker of this pattern is represented by positive HBsAg and high-titer of IgM anti-

HBc antibodies. Superinfection is HDV infection in the individual who has already established 

chronic HBV infection (i.e. HBsAg positive carrier), and anti-HBc IgM antibodies are absent in 

this pattern. The diagnosis of acute delta hepatitis was determined by the presence of serum 

delta antigen (HDAg) and/or IgM or total anti-HD. 

 

3. Studies selection 

Inclusion was restricted to human epidemiological studies in which testing for HDV serological 

markers was performed and longitudinal observational studies that reported outcomes of 

HDV. Exclusion was studies that solely tested for the presence of HDV RNA and studies with 

samples from liver tissue (for prevalence estimate only) as well as other studies (virology 

research, reviews and meta-analyses) containing no primary data. Abstracts from conferences 

were excluded unless clear information and result were reported.  

 

4. Subjects grouping 

Level one: population 

1-1 General population 

1-2 HBsAg positive carriers 
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Level two: group 

2-1 Blood donors (volunteers and commercial donors) 

2-2 General group (Children, students, pregnant women, rural and urban residents, villagers 

and in/out-ǇŀǘƛŜƴǘǎ ǿƘƻ ƘŀŘƴΩǘ ōŜŜƴ ŦǳǊǘƘŜǊ ŘƛŀƎƴƻǎŜŘύ 

2-3 Intravenous drug users (IDUs) 

2-4 People with high-risk sexual activity (commercial sex workers; men with histories of sexual 

contact with sex workers; men who have sex with men) 

2-5 HIV patients 

2-6 HCV patients (anti-HCV positive) 

2-7 People with blood transfusion 

2-8 Mixed patients (haemophilia, hemodialysis, transplant, refugees and immigrants) 

2-9 Patients who had been clinically and/or histopathologically diagnosed with liver disease 

(defined as acute hepatitis, AH; fulminant hepatitis, FH; chronic hepatitis, CH; liver cirrhosis, 

LC; hepatocellular carcinoma, HCC) 

2-10 Asymptomatic HBV carriers 

 

Level three: subgroup from HBV patients with liver disease 

3-1 Acute hepatitis, AH 

3-2 Fulminant hepatitis, FH 

3-3 Chronic hepatitis, CH (including chronic persistent hepatitis and chronic active hepatitis) 

3-4 Cirrhosis (compensated or decompensated) 

3-5 Hepatocellular carcinoma, HCC 

 

Study subjects were classified either as general population (HBV infection status is unknown) 

or HBsAg positive carriers (HBV infection status is known), and further divided into different 

groups. In general, 1-1 General population including groups 2-1 to 2-5, and groups 2-7 to 2-9; 

1-2 HBsAg positive carriers including groups 2-1 to 2-10. Group 2-9 Patients who had been 

clinically and/or histopathologically diagnosed as specific liver disease including subgroups 3-

1 to 3-5 (here is specially HBV positive). For level two grouping, we excluded studies done 

solely in patients with treatment and studies done solely in population with several risk factors 

exposure concomitantly, for example, IDU-HIV, IDU-liver disease, and HIV-liver disease. But 

for level three, HBV patients diagnosed with liver diseases, superimposed or combined 
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diagnosis were classified into both subgroups, for example, cirrhosis with HCC were grouped 

as cirrhosis and HCC separately. 

 

5. Data extraction items (column header) 

Reference number  

Reference year 

Study type: retrospective or not 

Publication date  

Sample enrolment date  

{ŀƳǇƭŜ ǘȅǇŜΥ ǎŀƳǇƭŜ ŦǊƻƳ ǇŀǘƛŜƴǘǎΩ ǎŜǊŀΣ ŀǳǘƻǇǎȅΣ ƻr liver tissue (biopsy samples or formalin-

fixed and paraffin-embedded liver biopsy samples)  

Country 

Region  

Assay methods  

Manufacturer 

Level one: 1-1 General population and 1-2 HBsAg carriers 

Level two: 2-1 to 2-9 (see above) 

Level three: 3-1 to 3-5 (see above) 

Samples-General population  

Samples-HBsAg positive 

HDV positive  

HDV RNA positive 

HDV genotype 

Comparison  

Control samples-HBsAg positive  

Control-HDV positive   

Male samples-HBsAg positive  

Male-HDV positive 

Female samples-HBsAg positive  

Female -HDV positive 
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In order to standardize the extracted data, a template sheet including above research items 

deemed relevant was created using Microsoft Excel. Then, the investigators added the results 

to the sheet per template style. Except above listed items, for longitudinal observational 

studies we also recorded other information such as observation time and outcome of the 

progression. All extracted data were stratified according to the population and group. 

 

6. Score system for quality assessment of the studies 

For quality assessment, we developed an scoring system (2, 3). Because we had excluded the 

studies only tested HDV RNA and studies with samples from liver tissue (biopsy samples or 

formalin-fixed and paraffin-embedded liver biopsy samples). Thus all the studies remained 

were received a score of ten as a default, then a score deduction was made according to the 

following four items: Retrospective study (-2); Sample year unknown (-3); Assay methods not 

reported (-3); Manufacturer not stated (-2). After this done, each study got a final score 

ranging from two to ten, finally only high-quality studies with score above seven (including 

seven) were included for meta-analysis. We performed sensitivity analyses to assess the 

effects of study quality and data source. Firstly, we excluded all the studies with score bellow 

ten to see the effect of low-quality studies. Besides, we also excluded the studies published in 

Chinese language to see the effect of Chinese publications. Finally, we excluded all the data of 

China to see the effect of China. 

 

7. The estimates of HDV prevalence among general population and HBsAg positive carriers 

Because HDV co-infects with HBV, this provides two ways to estimate the HDV burden, either 

based on general population or HBsAg positive carriers. However, each way has its 

disadvantages.  

(1) Minor adjustment for estimating HDV prevalence among general population. For general 

population, because HDV infection is extremely low among general group but high among risk 

groups, such as IDU, HIV patients and patients with liver disease, the inclusion of all groups 

will lead to overestimate (4-7). To solve it, only representative populations composed by 

general group (72%) and blood donors (28%) were included. However, the available 

epidemiological data of HDV were very limited for many countries. For some countries, there 

were only one or two studies available. To avoid bias, we added the data either from the risk 

groups (HIV patients, mixed patients, or patients with liver disease) or from the low-quality 
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studies to the countries that with only one or two studies included. Importantly, this minor 

adjustment did not make a difference for the global pooled prevalence.  

(2) The selection of the reference of HBV burden for estimating HDV burden among HBsAg 

positive carriers. For HBsAg positive carriers, unlike that of general population, the prevalence 

of HDV among HBsAg positive carriers is much higher. Thus the inclusion of other risk groups 

shall not lead to bias. On the contrary, only all inclusion could faithfully restore the actual 

burden of HDV, or the pooled results shall greatly underestimate the burden. Therefore, all 

the groups were included for estimating HDV burden among HBsAg positive carriers. And most 

importantly, over 70% participants were composed by general group, blood donors, and 

asymptomatic carriers, whereas patients with liver disease and the other high risk groups (IDU, 

HIV patients, HCV patients, mixed patients, people with sexual activity and people with blood 

transfusion) only accounting for about 21% and 9%, respectively, which is very similar to the 

actual situation. However, the reported HBV burden varies widely from 250 million to 500 

million (8). The improper reference of HBV burden will lead to HDV burden estimate bias. To 

solve this, according to previous research about the situation of HBV global burden estimates 

cited in published literature and combining the recently published estimate of HBV burden, 

we finally selected the most convincing and frequently cited data as the reference of HBV 

burden, that is 367 million (8, 9). 

 

Discussion 

1. The accurate estimation of HDV burden and the heterogeneity 

HDV infection is an ever forgotten issue, and its global prevalence has not yet been adequately 

defined. A recent global study assumed that the global burden of HDV had substantially 

increased from previous estimate of 15-20 million to current 62-72 million (5). Most recently, 

the updated estimate even climbs up to 74 million when combined the data published 

between January 2017 to February 2019 (4). However, our results show that 48-60 million 

people are infected with HDV worldwide. The discordance might be attributable to the 

underestimate of the early study but overestimate of the recent study. The early estimates 

were retrieved from a narrative review, which underestimated the prevalence rate based on 

the limited data published between the 1980s and 1990s (10). On the contrary, the recent 

study overestimated the prevalence due to the main limitations regarding methodology and 

the data source based on, as criticized on the previous studies (6, 7).  
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In the present study, we employed two methodological approaches to estimate HDV 

prevalence based on general population and HBsAg positive carriers. For the general 

population, to avoid overestimation that might be caused by high risk patients (e.g., HIV 

patients, IDUs, and patients with live diseases), we only included the representative 

populations (composed by 72% general group and 28% blood donors ) to pool the prevalence, 

followed by minor adjustment. As a consequence, the prevalence decreased from 1.32% to 

0.80%, parallels with the more recent assumption (0.82%) (7). Additionally, the minor 

adjustment eliminated some national bias to some extent. A good example is that the 

prevalence in Nigeria greatly decreased from 6.81% to 2.09%, which finally leading to Nigeria 

as the third-ranked country with heavy HDV burden, ranking behind China and India which are 

the major reservoirs of HBV infection (9). However, for HBsAg positive carriers, we included 

all the groups reflecting the actual composition among HBV-positive populations and chose a 

proper HBV burden reference of 367 million to faithfully restore the burden of HDV (9).  

The limited number and origin of the samples may cause bias in national estimation. Because 

of the limited sample number, overestimation may present in the general population from 

these countries such as Colombia (1703), Nigeria (1419), Pakistan (2076), Tunisia (750) and 

Uganda (358), compared with the estimations among HBV carriers (Supplementary Table 1). 

Besides, the limited origin of the samples among general population may also lead to 

overestimation in country like Brazil. Among the general population in Brazil, 27.8% of the 

samples are from western region (State of Acre), 31.8% from central Amazon region (The State 

of Amazonas, Brazilian Amazon, western Amazon and Amazonas), and 40.4% from eastern 

region (Maranhão). No data is available from the big cities in the southeast of the country such 

as Sao Paolo or Rio. However, the situation is better among HBV carriers with more data 

source come to available. Among HBV carriers, the samples were collected from almost the 

whole country, and especially more data are available from southeast of the country such as 

Maranhão, Sao Paulo, Mato Grosso do Sul and Mato Grosso. Thus, the national estimation of 

HDV infection is balanced by the estimations among general population and HBV carriers. For 

example, the infection of HDV in Brazil is around 147000 to 2147000 although with wide range 

(Supplementary Table 1). For more accurate estimate, future epidemiological studies are 

required in Brazil, especially among general population. Thus, comparing with the recent 

studies of reporting the global prevalence of HDV, our study presents a more accurate 

estimate that verified by two ways. 
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Estimating the global prevalence of HDV infection is a difficult task, because the lack (or 

insufficient) of data around the world. We applied relatively more strict inclusion and 

exclusion criteria which may lead to considerable heterogeneity. In this study, the 

heterogeneity is mainly from variations in study quality, data source and study population. 

Firstly, although we have performed quality assessment for all the studies, we finally included 

relatively high-quality studies with score above seven (including seven) due to the lack of 

άŀōǎƻƭǳǘŜέ ƘƛƎƘ-quality studies with score ten. Secondly, we only included publications in 

English for other countries, but included the literatures published in English and in Chinese 

language for China. This greatly enriched the available data of China thus avoid the estimate 

bias of HDV prevalence in China. However, for other non-English countries, the same work 

could not be done because of language barrier and resource limitation. Thirdly, because the 

huge difference of HDV prevalence among general population and HBV carriers, we proposed 

different strategies regarding the inclusion of population for estimating HDV prevalence 

among general population and HBV carriers. Especially for the general population, only 

representative populations composed by general group (72%) and blood donors (28%) were 

included but followed by minor adjustment, which then included some data either from the 

risk groups (HIV patients, mixed patients, or patients with liver disease) or from the low-

quality studies. Thus, we employed a random-effects model to calculate the pooled HDV 

prevalence due to the heterogeneity arising from these variations, and excluded the small 

sample bias. As a result, our conducts not only showed minor effects on overall prevalence 

estimates, but also eliminated some national bias to certain extent, such as China and Nigeria, 

however, increased the heterogeneity at the same time. Most importantly, some estimates 

were balanced by the independent estimates among general population and HBV carriers. 

These approaches have helped us to generate more accurate estimate of HDV global 

prevalence than the previous studies. 

 

2. The distinct outcomes result from the different infection patterns of HDV 

HDV can spread either via coinfection or superinfection with HBV, which may lead to distinct 

outcomes (11). Coinfection mostly leads to the eradication of both agents, whereas the 

majority of patients with HDV superinfection evolve to persistent infection and hepatitis. For 

coinfection, the simultaneous or primary acute infection of both HBV and HDV may trigger the 

strong immune response of the host to defend the infection (12). As a result, both viruses fail 
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to establish fruitful infection and are cleared by the host (13). However, for superinfection, 

the prior infection of HBV has led to the impairment and/or exhaustion of the immune system, 

which then is incapable to defeat the subsequent infection of HDV (14). On the other hand, 

chronic HBV infection is always nonproductive but has continuous HBsAg translation 

concomitantly. Therefore, HDV takes this great advantage for the production of infectious 

particles to invade new hepatocytes thus establish stable infection. 

 

3. The suppressive effect of HDV on HBV 

When chronic infection established in patients, during the long term course, the infection 

activity of HBV and HDV present as three patterns. The majority is HDV replication dominant, 

a small proportion is HBV-HDV codominant, whereas only minority is HBV replication 

dominant. One reason leading to this outcome is that chronic infection of HBV is inactive, but 

HDV is not. Because HDV infection can induce the production of both type I and type III 

interferons (IFN-ʲ ŀƴŘ LCb-˂ύΣ ŀǎ ǿŜƭƭ ŀǎ ƛƴǘŜǊŦŜǊƻƴ-stimulated genes (ISGs) (12). These 

interferons and ISGs subsequently inhabit HBV replication. However, HDV is resistant to self-

induced innate immune responses (12, 13). Another reason is that HDV viral proteins can 

suppress HBV replication. Previous in vitro studies showed that both S- and L-HDAg proteins 

can repress HBV enhancers 1 and 2. S-HDAg strongly inhibits HBV mRNA synthesis or stability, 

whereas L-HDAg can transactivate the IFN- -hinducible MxA gene to inhibit HBV replication 

(14). Such effects are also reflected by the outcomes of the interaction between HBV and HDV. 

The positivity of HBeAg and HBV DNA (indicators of HBV replication) among HDV positive 

patients are lower compared with those of HDV negative, well-supported by the protective 

ORs.  

 

4. The rapid development of liver diseases after HDV infection 

HDV infection is a risk for the development of liver diseases. Firstly, among acute patients, 

HDV infection rate is extremely high in patients with fulminant hepatitis compared with that 

of acute hepatitis. This may be explained by the cytopathic effect of HDV replication. HDV has 

been shown to impair cell proliferation, to induce cell cycle arrest or even cell death (14). 

Recent study also showed that HDV S-HDAg could inhibit glutathione S-transferase P1 (GSTP1) 

expression by directly binding to GSTP1 mRNA, leading to accumulation of cellular reactive 

oxygen species (ROS), and finally increased cellular apoptosis (15). Thus, hepatic cell death 



Chapter 3 

83 | P a g e 
 

induced by HDV infection may contributes to fulminant hepatitis at the acute stage. Secondly, 

among chronic HBV patients, the infection rate of HDV is low in asymptomatic carriers, but 

high in symptomatic patients, especially patients with cirrhosis and HCC. Furthermore, HDV-

HBV co-infected patients are more likely to develop cirrhosis than HBV mono-infected patients 

(40.50% vs. 14.22%). This results in more cirrhotic patients than asymptomatic carriers among 

HDV co-infected population (14.99% vs. 38.85%), conversely, more asymptomatic carriers 

than cirrhotic patients among HBV mono-infected population (57.20% vs. 14.36%). HDV 

replication has been reported to increase TGF-ʲ ŀƴŘ Ŏ-Jun induced signal transductions by the 

isoprenylation of L-HDAg. Notably, TGF-ʲ ƛǎ ŀ ŦƛōǊƻƎŜƴƛŎ ŎȅǘƻƪƛƴŜ ǘƘŀǘ Ǉƭŀȅǎ ŀ ƳŀƧƻǊ ǊŜƎǳƭŀǘƻǊȅ 

role in liver fibrosis and cirrhosis (16, 17). Particularly, L-HDAg can synergistically activate 

hepatitis B virus X (HBx)-mediated TGF-ʲ ŀƴŘ Ŏ-Jun signaling cascades, which may then lead 

to the acceleration of fibrogenesis (17). This may partially explain that why HDV infected 

patients rapidly progress to cirrhosis mostly within five years, which is more rapid than HCV 

or HBV infection alone (18, 19). Taken together, these results show that HDV replication is 

strongly associated with the development of more severe liver diseases, especially the rapid 

progression to cirrhosis. 
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Supplementary Figures 

 

 

Supplementary Figure 1. Dataset composition of general population (A) and HBsAg positive carriers 
(B) for the pooled prevalence of HDV. 
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Supplementary Figure 2. Data source analysis among World Bank region. 
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Supplementary Figure 12. HDV estimate refer to different HBV burden reference (9, 20-25). World 
Health Organization, WHO; Global Burden of Diseases, GBD. 
 
 

Supplementary Figures 3-11 and Supplementary Tables 1-4 are provided in the online 

Supplementary Data file (https://academic.oup.com/jid/article/221/10/1677/5645271). 
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TO THE EDITOR 

We read the meta-analysis on global prevalence of hepatitis D virus (HDV) by Stockdale et al. 

with interest (1, 2). They estimated HDV prevalence as 4.5% among the general hepatitis B 

virus (HBV) carriers and 16.4% among carriers attending hepatology clinics. They only 

translated the rate of 4.5% as the prevalence of 0.16% in the global population corresponding 

to 12 million people worldwide. This topic has been extensively studied and emphasized 

historically by different research teams (Table 1). But the authors have largely avoided to 

present their study in this existing context. Here we have several concerns regarding their 

study design and findings (3).  

Firstly, the authors only included data from 1998 to 2019. Omission of studies prior to 1998 

would result in great loss of valuable information (2). The authors may justify their exclusion 

of old studies, but it would be better to objectively present the evolving dynamics of HDV 

burden by including those data.  

Secondly, they only included studies reporting total or IgG anti-HDV antibody, but excluded 

studies detecting markers for acute infection or viral replication including anti-HDV IgM 

antibody, viral antigen or viral RNA as an initial test. Anti-HDV IgG antibody indicates previous 

exposure of HDV, while the other markers indicate acute or active infection. Therefore, all 

these markers were used to define HDV infection (1, 2, 4). Unnecessary exclusion of studies 

would further aggravate the already shortage of available data on HDV epidemiology 

Most importantly, the included populations are insufficient to represent the global population. 

In total, they included 24,024 general HBV carriers and 88,201 hepatology clinic populations. 

These probably only represent 20% of the global population. Particularly, less than half of the 

general HBV carriers are actually from the general community, but over one third of them are 

composed by blood donors. The prevalence of HDV in blood donors is expected to be very low, 

but would be much higher among risk carriers, such as intravenous drug users and carriers 

with liver diseases (1, 2). Thus the low prevalence data from general HBV carriers are 

insufficient to represent HDV overall prevalence. 

Furthermore, the general HBV carriers are not the major reservoir of HDV burden. HBV 

carriers attending hepatology clinics are more likely have liver diseases. HDV prevalence in 

this population would be much higher compared to the general or asymptomatic HBV carriers 

(1). Moreover, most of HDV positive patients are symptomatic, and thus prone to attending 
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hepatology clinics (1). Therefore, HBV carriers with liver diseases are the large contributor to 

HDV burden. This study interpreted HDV prevalence among HBV population by only using data 

from the general HBV carriers, thereby likely underestimating the prevalence rate. In fact, 

their estimates of 4.5% and 16.4% could only specifically reflect the prevalence of HDV among 

general HBV carriers and carriers with liver diseases, respectively. 

 

Table 1. Historical estimates of regional and global prevalence and burden of HDV infection  

{ǘǳŘȅ ŀ ¢ƛƳŜ 

I5± ǇǊŜǾŀƭŜƴŎŜ ō  
9ǎǘƛƳŀǘŜ 
όƳƛƭƭƛƻƴΣ aύ 

DŜƴŜǊŀƭ  
ǇƻǇǳƭŀǘƛƻƴ 

 I.± ŎŀǊǊƛŜǊǎ  

[ƛǾŜǊ ŘƛǎŜŀǎŜ DŜƴŜǊŀƭ aƛȄŜŘ  

W w ¢ƻǊǊŜǎ wΦмффс ф ¢ƻ мффс     рΦлл҈  оллΣллл 

{ǘŜǇƘŀƴƻǎΦмффт у ¢ƻ мффс     рΦлл҈  мр a 

IŜƛƴŜǊ Ŝǘ ŀƭΦнлмл т ¢ƻ нлмл       мрπнл a 

{ǘƻŎƪŘŀƭŜ Ŝǘ ŀƭΦнлмт с мффрπнлмс лΦтл҈  мрΦло҈ уΦоф҈   т a 

/ƘŜƴ Ŝǘ ŀƭΦнлму н мфттπнлмс лΦфу҈  мнΦсл҈ млΦру҈ мпΦрт҈  снπтн a 

{ǘƻŎƪŘŀƭŜ Ŝǘ ŀƭΦнлнлŀ п мфттπнлмс лΦун҈      см a 

{ƘŜƴ Ŝǘ ŀƭΦнлнл р мфттπнлму мΦлл҈   млΦлт҈   тп a 

aƛŀƻ Ŝǘ ŀƭΦнлмф м ¢ƻ нлмф лΦул҈  мтΦфо҈   моΦлн҈  пуπсл a 

{ǘƻŎƪŘŀƭŜ Ŝǘ ŀƭΦнлнлō о мффуπнлмф лΦмс҈  мсΦпл҈ пΦрл҈   мн a 

tǊƻǇƻǎŜŘ ¢ƻ нлмф ϤлΦтл҈  мсΦпл҈ пΦрл҈ моΦлн҈  Ϥрл a 

a Two are regional estimates, J R Torres R.1996 targeting South America and Stockdale et al.2017 targeting 
Saharan Africa, others are global estimates; 1-9, reference. 
b HDV prevalence is defined either among general population or among HBV carriers, and the latter can be further 
categorized into general carriers without risk factors, carriers with liver diseases (nearly equivalent to hepatology 
clinic populations), and mixed carriers (all types of HBV carriers). HDV, hepatitis D virus; HBV, hepatitis B virus. 
 

Taken together, inclusion of limited studies and selection of the low prevalence population 

for calculation could have caused their underestimation of HDV global prevalence (3). To 

better estimate HDV burden, we revisited the previous studies on this topic (Table 1) (1-9). 

We re-estimated HDV prevalence using two approaches based on the general population or 

HBV carriers, respectively. Among the general population, we calculated the overlap interval 

of the lower bound of these previous meta-analyses, but excluded the current Stockdale study 

due to their bias (3). This resulted in a prevalence rate of approximately 0.7% corresponding 

to 50 million of the global population. For HDV prevalence among HBV carriers, we 

recommend the previous estimation as 13.02%; because that study has comprehensively 

included different categories of HBV carriers (1, 10). This corresponds to 32-61 million HDV 

infections depending on the referred HBV burden estimates ranging from 250 to 500 million 

(1).  
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In summary, we have emphasized the critical concerns of the current Stockdale study (3), and 

revisited the estimation of HDV burden. We estimate that the global prevalence of HDV 

infection is approximately 50 million with prevalence of 0.7% among the general population 

and 13% among HBV carriers. Nevertheless, we acknowledge estimating the global burden of 

HDV infection is a difficult task. Only when more high quality epidemiology studies become 

available in the future, the burden could be more precisely estimated. 
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ABSTRACT 

Background and Aim: Intuitively, implementation of hepatitis B virus (HBV) vaccination since 

1990s should have made impact on the prevalence of its satellite virus, hepatitis delta virus 

(HDV). However, the global dynamics of HDV prevalence and the impact by HBV vaccination 

thereon remain largely unknown.  

Methods: We conducted a systematic review and meta-analysis with a random-effects model 

to pool the dynamic prevalence of HDV infection and estimated the effects of HBV vaccine.  

Results: Our analysis included 361 articles reporting data of 116,130 general individuals, 

83,167 non-risk and 74,127 risk HBV carriers. From 1981-1990 to 2011-2019, HDV prevalence 

decreased from 0.86% to 0.44% among the general population but increased from 3.46% to 

5.55% among non-risk HBV carriers. HDV prevalence decreased among risk HBV carriers 

except carriers with liver disease. Since 1991, the growth of world population contributed to 

10-20 million HDV cases, but the implementation of HBV vaccination program has prevented 

approximate 12 million new cases by now. Overall, HDV global prevalence increased from 45 

to 53 million infections over the past four decades.  

Conclusion: Our findings suggest that although HBV vaccine has substantially prevented HDV 

infection, current global burden remains substantial. More effective interventions are 

required to contain HDV transmission. 
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HIGHLIGHTS 

ω  The effect of HBV vaccine implementation on the prevalence of HDV remains largely 

unknown. 

ω This study estimated a prevention of 12 million HDV cases by HBV vaccination in general 

population. 

ω HDV prevalence was increased in HBV carriers.  

ω The global burden of HDV remains substantial requiring enhanced awareness and 

interventions. 
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MAIN TEXT 

Hepatitis delta virus (also named hepatitis D virus, HDV), the satellite virus of hepatitis B virus 

(HBV), exacerbates the disease burden associated with HBV infection. An early study, based 

on data published in the 1980s and 1990s, estimated that there were 15 million HDV infections 

globally, which would have represented 5% of all chronic HBV carriers at the time (1). In 2018, 

a study reported approximately 62-72 million HDV infections worldwide, and this number was 

subsequently adjusted to an even higher estimate of 74 million (2, 3). However, this estimate 

was challenged and arguments were brought forward that this number constituted an over-

estimation (4, 5). To clarify this controversy, we have recently re-estimated the global 

prevalence as 48-60 million HDV infections, corresponding to 0.8% of the general population, 

or 13% of all HBV carriers (6). Very recently, an estimate of approximately 50 million HDV 

infections or a global prevalence of 0.7% in the general population was proposed (7, 8). 

Nevertheless, the dynamics of HDV epidemiology over the past decades remains largely 

obscure.  

In this respect, especially the effect of HBV vaccination on HDV prevalence requires further 

investigation. The HBV vaccine has been available since early 1981, but the initial coverage 

was relatively low. By 2015, however, 180 countries included three doses of hepatitis B 

(HepB3) vaccine in their population-wide vaccination programs, averting 210 million new 

chronic HBV infections (9). Because HDV uses the HBV envelope proteins and co-infects with 

HBV, the implementation of HBV vaccination is expected to affect HDV infection rates as well, 

but the exact impact of HBV vaccination in this respect remains largely unknown. The present 

study investigated the global dynamics of HDV prevalence during the past four decades and 

assessed the impact of HBV vaccination by systematic review and meta-analysis of the 

contemporary body of biomedical literature.  

Our search returned 3,734 records, and 361 articles met the inclusion criteria (Fig. 1 and 

Supplementary Tables 1 and 2). Based on risk of bias assessment, we included studies with 

low risk scores (score > 7). We categorized the participants as general population, general HBV 

ŎŀǊǊƛŜǊǎ όǘŜǊƳŜŘ ŀǎ άƴƻƴ-Ǌƛǎƪ I.± ŎŀǊǊƛŜǊǎέύΣ ŀƴŘ I.± ŎŀǊǊƛŜǊǎ ǿƛǘƘ ǎǇŜŎƛŦƛŎ Ǌƛǎƪ ŦŀŎǘƻǊǎ όǘŜǊƳŜŘ 

ŀǎ άǊƛǎƪ I.± ŎŀǊǊƛŜǊǎέύ ƛƴŎƭǳŘƛƴƎ ƛƴǘǊŀǾŜƴƻǳǎ ŘǊǳƎ ǳǎŜǊǎ όL5¦ǎύΣ IL± ǇŀǘƛŜƴǘǎΣ ƳƛȄŜŘ ǇƻǇǳƭŀǘƛon 

and patients with liver disease (see more details in supplementary file). In total, 116,130 

individuals from the general population, 83,167 non-risk HBV carriers and 74,127 risk HBV 
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carriers were finally included (Supplementary Tables 1 to 5). No publication bias was observed 

ŀǎ ŀǎǎŜǎǎŜŘ ōȅ ŦǳƴƴŜƭ Ǉƭƻǘ ŀƴŘ 9ƎƎŜǊΩǎ ǘŜǎǘ όǇҔлΦлрΣ Supplementary Fig. 1). In order to 

investigate the global dynamics of HDV prevalence and its potential associations with HBV 

vaccination, data of HBV and HDV infections were divided into four continuous groups 

corresponding to the past four decades (from 1981-1990 to 2011-2019) according to the 

sample collection time (Fig. 2 and Supplementary Fig. 2 to 4). 

 

 

Figure 1. Flowchart of study selection. IDUs, intravenous drug users; HIV, human immunodeficiency 
virus. 

 

We found, accompanied with the continuous increase of HepB3 coverage from 1981-1990 to 

2011-2019, the global prevalence of HBV infection among the general population sharply   
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Figure 2. Dynamics of the global prevalence of hepatitis B virus (HBV) and hepatitis delta virus (HDV) 
infections. (A) Dynamics of HBV prevalence and HBV vaccine coverage; (B) HDV prevalence among 
general population; (C) HDV prevalence among non-risk HBV carriers (HBV surface antigen positive); 
(D) Global dynamics of HDV prevalence; Global dynamics of HDV prevalence among risk HBV carriers 
including IDU (E), HIV (F), mixed population related to other risk factors (G) and carriers with liver 
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disease (H). IDU, intravenous drug user; HIV, human immunodeficiency virus; HDV, hepatitis delta virus; 
HBV, hepatitis B virus; HepB3, three doses of hepatitis B vaccine. 

 

decreased from 10.15% (95% CI, 6.61-14.35) to 4.58% (95% CI, 2.53-7.19) (Fig. 2A). The 

decreased HBV prevalence appears to be associated with the increase in HBV vaccine 

coverage (r2=0.8942, p=0.0544) (Supplementary Figure 5A). During the same period, the 

global prevalence of HDV infection among general population moderately decreased from the 

initial decade in which prevalence was 0.86% (95% CI, 0.17-2.04) to the third decade in which 

prevalence was 0.75% (95% CI, 0.29-1.41). In the last decade the decline in HDV prevalence 

accelerated substantially to a prevalence rate of 0.44% (95% CI, 0.11-0.96) (Fig. 2B). This 

decrease in HDV prevalence among the general population appears to be associated with 

increased coverage and implementation of HBV vaccination programs (r2=0.8675, p=0.0686) 

and decreased HBV prevalence (r2=0.8210, p=0.0987), although these associations did not 

reach statistical significance (Supplementary Fig. 5B and 5C). However, HDV prevalence 

among non-risk HBV carriers increased from 3.46% (95% CI, 1.63-5.92) to 5.55% (95% CI, 3.01-

8.80) over the past four decades (Fig. 2C). Thus HBV vaccination programs appear to have 

substantial impact on the epidemiology of HDV infection. 

At the start of the study period, when HBV vaccination was still relatively uncommon, the 

global estimate of HDV infection was 45 (95% CI, 9-107) million (Fig. 2D). This number was 

further increased and peaked during 2001-2010 with about 54 (95% CI, 31ς97) million HDV 

infections. But during the recent decade, the number slightly decreased again to 53 (95% CI, 

32-73) million. These results show that HDV global burden was sustained over the past 

decades, even if the prevalence of HBV and HDV infections was decreased among general 

population following the implementation of HBV vaccination. Compared to 1980-1990, the 

global population has increased by 44% (from 5.3 to 7.6 billion), and this is estimated to yield 

about 10 to 20 million HDV cases. Relating results to population growth, our findings suggest 

that HBV vaccination has prevented approximately 12 million new cases of HDV infection. 

For risk HBV carriers, the available data on HDV prevalence are very limited. Thus we resorted 

to a dichotomal analysis in which data covering two decades (1981-2000 versus 2001-2019) 

were contrasted (Supplementary Fig. 6 to 9). The pooled prevalence of HDV among IDUs, HIV 

patients and the mixed population were 38.66% (95% CI, 26.99-51.01), 21.67% (95% CI, 8.30-

38.90) and 20.55% (95% CI, 15.44-26.16) during the first 20 years (1981-2000), which then 
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decreased to 29.53% (95% CI, 14.31-47.40), 10.78% (95% CI, 7.80-14.16), 10.70% (95% CI, 

6.23-16.14) in the recent 20 years (2001-2019), respectively (Fig. 2E-G). Strikingly, HDV 

prevalence among HBV carriers with symptomatic liver diseases changed upwardly from 18.02% 

(95% CI, 15.59-20.58) during the first period to 19.05% (95% CI, 13.61-25.15) in the second 

period (Fig. 2H).  

 

Table 1. The dynamics of HDV prevalence among non-risk HBV carriers by World Bank Region 

²ƻǊƭŘ .ŀƴƪ wŜƎƛƻƴ ŀ {ŀƳǇƭŜ I5± ǇƻǎƛǘƛǾŜ I5± ǇǊŜǾŀƭŜƴŎŜ ό/LΥ фр҈ύ  
мфумπнллл  
  IƛƎƘ ƛƴŎƻƳŜ млуфо спт оΦтл҈ όнΦмрπрΦспύ  
  ¦ǇǇŜǊπƳƛŘŘƭŜ ƛƴŎƻƳŜ  ммлмл пмф оΦпс҈ όнΦмсπрΦлпύ  
  [ƻǿŜǊπƳƛŘŘƭŜ ƛƴŎƻƳŜ ммнс ммп тΦтн҈ όлΦлрπнрΦруύ  
  ¢ƻǘŀƭ нолнф ммул bκ!  
нллмπнлмф  
  IƛƎƘ ƛƴŎƻƳŜ нсспм ммфн оΦтр҈ όнΦффπпΦруύ  
  ¦ǇǇŜǊπƳƛŘŘƭŜ ƛƴŎƻƳŜ  нсфор мтут рΦул҈ όоΦутπуΦлуύ  
  [ƻǿŜǊπƳƛŘŘƭŜ ƛƴŎƻƳŜ пурф пмо уΦлл҈ όоΦмтπмпΦтнύ  
  ¢ƻǘŀƭ рупор оофн bκ!  

a Data from the Low-Income Economies were not available. HDV, hepatitis delta virus; HBV, hepatitis B virus; CI, 
confidence interval; N/A, not applicable 

 

Similarly, the available national data of HDV infection among non-risk HBV carriers are also 

limited, and again we resorted to contrasting two larger temporal cohorts . As shown in 

Supplementary Fig. 10, the comparison of the data between 1981-2000 to that available from 

2001-2019 shows that HDV prevalence from Pakistan (from 8.86% to 20.08%), United States 

of America (from 14.24% to 23.55%), Germany (from 5.27% to 6.64%), France (from 0.90% to 

2.21%), Iran (from 2.50% to 3.15%), and China (from 4.07% to 4.54%) all increased. In contrast, 

HDV prevalence decreased in the United Kingdom (from 6.84% to 5.86%), Vietnam (from 2.33% 

to 1.26%), Italy (from 5.56% to 3.49%) and Australia (from 6.64% to 4.31%). Regionally, HDV 

prevalence in the Upper-Middle-Income Economies increased (from 3.46% to 5.80%, an 

increase of 67%), but remained largely unchanged in High-Income Economies (from 3.70% to 

3.75%, an increase of 1%) and the Lower-Middle-Income Economies (from 7.72% to 8.00%, an 

increase of 3.6%) (Table 1). Unfortunately, data from the Low-Income Economies were not 

available in this study. 

Of note, our study has some limitations. Firstly, the available data on HDV global prevalence 

are very limited, and most included studies had small sample sizes. Secondly, although no 

ǇǳōƭƛŎŀǘƛƻƴ ōƛŀǎ όŦǳƴƴŜƭ Ǉƭƻǘ ŀƴŘ 9ƎƎŜǊΩǎ ǘŜǎǘ ǇҔлΦлрύ ǿŀǎ ƻōǎŜǊǾŜŘΣ ǿŜ ŦƻǳƴŘ ŎƻƴǎƛŘŜǊŀōƭŜ 
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inter-study heterogeneity (I2 > 50%). Thirdly, the diagnosis of HDV infection for most included 

studies was measured by enzyme immunoassay for HDV antibodies, and only few studies 

show data with confirmation through detecting viral RNA.  

In summary, HDV prevalence among general population declined by 50%, but increased by 60% 

among non-risk HBV carriers over the past four decades. Implementation of HBV vaccination 

has already prevented around 12 million new HDV cases worldwide, but the global burden of 

HDV prevalence remains substantial, partially due to the growth of world population. Our 

findings call for enhanced awareness, screening and interventions if HDV eradication is to be 

achieved.  

 

ABBREVIATIONS 

HDV, hepatitis D/delta virus; HBV, hepatitis B virus; HBsAg, HBV surface antigen; WHO, World 

Health Organization; HCV, hepatitis C virus; HIV, human immunodeficiency virus; HCC, 

hepatocellular carcinoma; HepB3, the three doses of hepatitis B vaccine; PRISMA, preferred 

reporting items for systematic reviews and meta-analyses; IDUs, intravenous drug users; CI, 

confidence interval. 
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SUPPLEMENTARY METHODS AND RESULTS  

Methods 

1. Search term and records 

(1) embase.com 

('Hepatitis delta virus'/mj OR 'delta agent hepatitis'/mj OR 'hepatitis delta antigen'/mj OR 

((Hepatitis NEAR/3 (delta)) OR 'Hepatitis d' OjR hdv OR hdag):ab,ti) AND ('prevalence'/de OR 

prevalence/de OR 'epidemic'/de OR epidemiology/de OR epidemiology: lnk OR 

'epidemiological data'/de OR 'molecular epidemiology'/de OR 'endemic disease'/de OR 

'infection'/de OR 'mixed infection'/de OR 'concurrent infection'/de OR 'Human 

immunodeficiency virus infection'/de OR 'virus infection'/de OR 'virus hepatitis'/de OR 

'genotype'/de OR 'genomics'/de OR 'molecular genetics'/de OR 'genetics'/de OR 'clinical 

outcome'/de OR 'liver cirrhosis'/de OR 'liver cell carcinoma'/de OR therapy/de OR 'alpha 

interferon'/de OR interferon/de OR 'peginterferon'/de OR 'peginterferon alpha'/de OR 

'recombinant alpha2b interferon'/de OR 'recombinant alpha interferon'/de OR 'recombinant 

alpha interferon A'/de OR 'recombinant alpha interferon AD'/de OR 'recombinant alpha2 

interferon'/de OR 'recombinant alpha2a interferon'/de OR 'recombinant alpha2b 

interferon'/de OR 'recombinant alpha2c interferon'/de OR 'alpha interferon'/de OR 'alpha 

interferon A'/de OR 'alpha interferon A-D'/de OR 'alpha interferon C'/de OR 'alpha interferon 

derivative'/de OR 'alpha1 interferon'/de OR 'alpha2 interferon'/de OR 'alpha2a interferon'/de 

OR 'alpha2b interferon'/de OR 'alpha2b interferon plus ribavirin'/de OR 'alpha2c 

interferon'/de OR 'alphan1 interferon'/de OR 'alphan3 interferon'/de OR 'peginterferon 

alfacon 2'/de OR 'peginterferon alpha'/de OR 'peginterferon alpha2a'/de OR 'peginterferon 

alpha2b'/de OR (prevalen* OR seroprevalen* OR epidemic* OR outbreak* OR epidemiolog* 

OR endemic* OR infect* OR coinfect* OR genotype* OR genomic* OR genetic* OR (clinical* 

NEAR/3 outcome) OR cirrhosis OR (('liver cell' OR Hepatocellula*) NEAR/3 carcinom*) OR 

therap* OR treat* OR interferon* OR peginterferon*):ab,ti) NOT ([animals]/lim NOT 

[humans]/lim) NOT ([Conference Abstract]/lim OR [Letter]/lim OR [Note]/lim OR 

[Editorial]/lim) AND [english]/lim 

(2) Medline Ovid  

(* Hepatitis Delta Virus/ OR Hepatitis delta Antigens/ OR ((Hepatitis ADJ3 (delta)) OR Hepatitis 

d OR hdv OR hdag).ab,ti.) AND (Prevalence/ OR Seroepidemiologic Studies/ OR Epidemics/ OR 
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Epidemiology/ OR epidemiology.fs. OR Molecular Epidemiology/ OR Infection/ OR genotype/ 

OR genomics/ OR molecular biology/ OR Genetics/ OR Liver Cirrhosis/ OR Carcinoma, 

Hepatocellular/ OR therapeutics/ OR exp Interferon-alpha/ OR Interferons/ OR (prevalen* OR 

seroprevalen* OR epidemic* OR outbreak* OR epidemiolog* OR endemic* OR infect* OR 

coinfect* OR genotype* OR genomic* OR genetic* OR (clinical* ADJ3 outcome) OR cirrhosis 

OR ((liver cell OR Hepatocellula*) ADJ3 carcinom*) OR therap* OR treat* OR interferon* OR 

peginterferon*).ab,ti.) NOT (exp animals/ NOT humans/) NOT (letter* OR news OR comment* 

OR editorial* OR congres* OR abstract* OR book* OR chapter* OR dissertation abstract*).pt. 

AND english.la. 

(3) Cochrane CENTRAL 

(((Hepatitis NEAR/3 (delta)) OR Hepatitis-d OR hdv OR hdag):ab,ti) AND ((prevalen* OR 

seroprevalen* OR epidemic* OR outbreak* OR epidemiolog* OR endemic* OR infect* OR 

coinfect* OR genotype* OR genomic* OR genetic* OR (clinical* NEAR/3 outcome) OR cirrhosis 

OR ((liver-cell OR Hepatocellula*) NEAR/3 carcinom*) OR therap* OR treat* OR interferon* 

OR peginterferon*):ab,ti) 

(4) China Knowledge Resource Integrated databases 

άƘŜǇŀǘƛǘƛǎ ŘŜƭǘŀ ǾƛǊǳǎέ 

Summary 

We conducted a systematic review and meta-analysis for the published studies on the 

prevalence of HDV infection from EMBASE, Medline Ovid, and Cochrane Database. The search 

of English publications was designed and conducted by an experienced medical information 

specialist (Wichor M. Bramer, Department of Medical Library, Erasmus MC-University Medical 

Center). The additional search of Chinese publications was performed by Z. Miao in China 

YƴƻǿƭŜŘƎŜ wŜǎƻǳǊŎŜ LƴǘŜƎǊŀǘŜŘ ŘŀǘŀōŀǎŜ ǿƛǘƘ /ƘƛƴŜǎŜ ǘŜǊƳ άƘŜǇŀǘƛǘƛǎ ŘŜƭǘŀ ǾƛǊǳǎέΦ !ōǎǘǊŀŎǘǎ 

from conferences were included in our search. All search records were downloaded and 

duplicate records were removed. Our search had no time restriction, and all publications were 

updated to December 2019. Our search returned 3 724 non-redundant records in total, 492 

of them were eligible for full-text assessment after the screening of title and/or abstract, and 

361 studies were finally included in quantitative analysis.  

 

2. Study selection and data processing 
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(1) Definition of hepatitis delta virus (HDV) prevalence: HDV prevalence was defined as the 

positive detection of HDV antibody and/or RNA. HDV antibodies (anti-HDV IgG and anti-HDV 

IgM) were detected by enzyme immunoassay, HDV RNA was detected by polymerase chain 

reaction. 

(2) Definition of hepatitis B virus (HBV) prevalence: HBV prevalence was defined as the 

positive detection of HBV surface antigen.  

(3) Study subjects grouping: Based on the detection for HBV infection status of the study 

cohort, study subjects were classified as either general population (unknown HBV infection 

status) or HBV carriers (confirmed HBV infection by positive HBsAg). General population was 

composed by blood donors and the general cohort without any risk factors. HBV carriers were 

categorized as non-risk carriers and risk carriers, non-risk carriers were composed by the 

general carriers, blood donors and asymptomatic carriers, risk carriers were further group as 

intravenous drug users (IDUs), HIV patients, Mixed population and patients with liver disease. 

General cohort/carriers including children, students, pregnant women, rural and urban 

residents, villagers and in/out-patients without severe symptoms. Mixed population are 

related to other risk factors like haemophilia, hemodialysis, transplant, refugees and 

immigrants. Carriers with liver diseases were clinically and/or histopathologically diagnosed 

as acute hepatitis, fulminant hepatitis, chronic hepatitis, liver cirrhosis and hepatocellular 

carcinoma. Data were grouped into four groups (1981-1990, 1991-2000, 2001-2010 and 2011-

2019) or two groups (1981-2000 and 2001-2019) that cover the past four decades according 

to sample time. 

(4) Study selection and data extraction: Data extraction included study type (retrospective or 

perspective), the geographical information (nation and region), assay methods (detection 

methods for HDV antibody and/or RNA), population setting (study cohort information), 

recruitment time, sample size, and prevalence of HBV and HDV infections (1). Only the studies 

that reported HDV prevalence and had the availability to the above mentioned information 

were included. Studies like case reports, comments, letters, abstracts, systematic 

reviews/meta-analyses that provided no primary data were excluded. Duplicate data from the 

same location were excluded. Additional exclusions were performed based on the following 

selection regarding sample size and risk of bias. 

HDV was an ever forgotten pathogen, and because the neglect over the past decades, the lack 

of prevalence data around the world was significantly observed. Besides, in our previous HDV 
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burden estimate study, we observed a significant polarization regarding the sample size 

reported in HDV studies (1). In total, 115 (100%) studies including 335 270 individuals were 

reported, in which the sample size reported in 64 (56%) studies were below 1 000, accounting 

for only about 9% of the total sample, however, there were 9 (8%) studies from a single site 

or country reported very large sample size (over 10 000) and taking about 55% of the total 

sample. To avoid small sample bias in the random effects model and eliminate the effect of 

large sample, we only included studies with sample size range 1000-10000 for general 

population, 250-5000 for non-risk HBV carriers, and a minimum of 20 for risk HBV carriers. 

What is more, we performed Newcastle-Ottawa Scale (a specific item regarding sample time 

was added to this system to make full score reach 10) to assess risk of bias, and only studies 

with low risk of bias (score>7) were finally included (2, 3, 4). We evaluated the publication bias 

ōȅ ŦǳƴƴŜƭ Ǉƭƻǘ ŀƴŘ 9ƎƎŜǊΩǎ ǘŜǎǘΣ ŀƴŘ ǇŜǊŦƻǊƳŜŘ Lн ǎǘŀǘƛǎǘƛŎŀƭ ŀƴŀƭȅǎƛǎ ǘƻ ŀŎŎŜǎǎ ǘƘŜ ƛƴǘŜǊ-study 

heterogeneity (5, 6). Although our selection aggravated the shortage of HDV available data, 

the estimate bias caused by small sample and the effect of large sample were greatly 

eliminated, which in turn ensured the congruence of our subgroup analyses and finally 

generated the more credible results. 

Statistical analysis 

To calculate the pooled prevalence, DerSimonian-Laird random-effects model with Freeman-

Tukey double arcsine transformation was used. The 95% confidence interval (CI) was 

estimated by Wilson score method. To avoid small sample bias in the random effects model 

and eliminate the effect of large sample that from a single site or country, we only included 

studies with sample size range 1000-10000 for general population, 250-5000 for non-risk HBV 

carriers, and a minimum of 20 for risk HBV carriers. Meta-analyses were done in the R-3.4.2 

statistical software package (Metaprop module), and linear regression analyses were done in 

GraphPad Prism (version 5). Detailed information regarding materials, methods and related 

references are provided in the online supplementary file. This study was reported in 

accordance with the preferred reporting items for systematic reviews and meta-analyses 

(PRISMA). 
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Supplementary Figures 

 

Supplementary Figure 1. Funnel plot of pooled prevalence of HDV infection. (A) General population; 
(B) Non-risk HBV carriers.  
 
 

 
 
Supplementary Figure 2. Forest plot showing meta-analysis of HBV prevalence among general 
population. CI, confidence interval. 
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Supplementary Figure 3. Forest plot showing meta-analysis of HDV prevalence among general 
population. CI, confidence interval. 
 
 
 

 
Supplementary Figure 4. Forest plot showing meta-analysis of HDV prevalence among non-risk HBV 
carriers. CI, confidence interval. 
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Supplementary Figure 5. Associations between the infections of HBV and HDV and HBV vaccination. 
(A) HBV infection-HepB3 coverage; (B) HDV infection-HepB3 coverage; (C) HDV infection-HBV infection. 
HepB3, three doses of hepatitis B vaccine. 
 
 

 
Supplementary Figure 6. Forest plot showing meta-analysis of HDV prevalence among risk HBV 
carriers related to intravenous drug using. CI, confidence interval. 
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Supplementary Figure 7. Forest plot showing meta-analysis of HDV prevalence among risk HBV 
carriers related to HIV infection. CI, confidence interval. 
 
 

 
Supplementary Figure 8. Forest plot showing meta-analysis of HDV prevalence among risk HBV 
carriers related to mixed factors. CI, confidence interval. 
 
 

 
Supplementary Figure 9. Forest plot showing meta-analysis of HDV prevalence among risk HBV 
carriers related to symptomatic liver disease. CI, confidence interval. 
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Supplementary Figure 10. Global hepatitis delta virus prevalence among hepatitis B virus (HBV) 
carriers (1981-2000, 2001-2019). Blank means no HDV epidemiological data available. 
 

 
More detailed information are provided in the online Supplementary Data File 

(https://www.sciencedirect.com/science/article/pii/S2210740121000565?via%3Dihub).  
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ABSTRACT 

Hepatitis E virus (HEV) infection in immunocompromised patients, pregnant women and 

children requires treatment, but no approved-medication is available. We identified 

macrolide antibiotic azithromycin as a potent HEV inhibitor. Azithromycin inhibits HEV 

replication and viral protein expression in multiple cell culture models with genotype 1 and 3 

strains. This is largely independent of its induction of interferon-like response. Because of safe 

and cheap, repurposing azithromycin for treating HEV infection is attractive particularly in 

resource-limited settings. 

 

KEYWORDS 

Azithromycin; Hepatitis E virus; Interferon; Pregnant women 
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HIGHLIGHTS 

ω  Azithromycin, a FDA pregnancy category B drug, has potent anti-HEV activity. 

ω The antiviral effect of azithromycin has been confirmed in multiple cell culture models with 

genotype 1 and 3 HEV. 

ω Azithromycin activates interferon-like response, but the anti-HEV activity is independent of 

this innate immune response.  

ω Repurposing azithromycin for treating HEV infection is attractive particularly in resource-

limited regions. 
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MAIN TEXT 

Hepatitis E virus (HEV), as a small non-enveloped, single-stranded RNA virus, is the most 

prevalent cause of acute viral hepatitis worldwide. Although HEV infection in healthy 

individuals are usually asymptomatic, immunocompromised patients infected with genotype 

3 or 4 HEV bear high risk of developing chronic hepatitis (1, 2). Pregnant women infected with 

genotype 1 HEV can develop severe complications such as acute liver failure, miscarriage, 

preterm delivery, stillbirth and perinatal mortality, resulting in high mortality approaching 15-

25% (3). Occurrence of maternal-foetal transmission can seriously affect foetal/neonatal 

outcomes, including anicteric or icteric hepatitis, hypoglycaemia and neonatal death (3). Since 

no FDA-approved treatment is available, ribavirin monotherapy has been used as an off-label 

treatment for some chronic hepatitis E cases (3). However, ribavirin therapy is 

contraindicative in pregnancy due to teratogenicity (4). Therefore, there is an urgent clinical 

need for developing new anti-HEV therapies, and repurposing existing medications represents 

an expedited approach. We recently identified several potential anti-HEV candidates by 

screening a safe-in-human broad-spectrum antiviral agents library (5). Azithromycin, a 

commonly used macrolide antibiotic, attracted our great interest because it is classified as a 

FDA pregnancy category B drug. In this study, we aim to comprehensively evaluate the 

antiviral activity of azithromycin in genotype 1 and 3 HEV models and explore the potential 

mechanism-of-action. 

To test the potential anti-HEV activity of azithromycin, we first applied a genotype 3 HEV based 

subgenomic replicon model (p6-Luc), in which HEV replication can be monitored by Gaussia 

luciferase activity. Azithromycin treatment time- and dose-dependently inhibited viral 

replication related luciferase activity in the human hepatic Huh7 cells harboring the p6-Luc 

replicon (Fig. 1A). Treatment with 10 µM or 50 µM azithromycin for 72 hours resulted in 

78.66%±3.06 (mean±SEM, n=12, p<0.0001) and 88.03%±1.17 (mean±SEM, n=12, p<0.0001) 

inhibition of luciferase activity, respectively. The calculated 50% inhibition and cytotoxicity 

concentrations (IC50 and CC50) were 4.2 µM and 42.9 µM, respectively, indicating a 

substantial therapeutic window (Fig. 1B). We further investigated the effect in Huh7 cells 

harboring a genotype 1 HEV replicon, and significant inhibition of viral replication was also 

found (Fig. 1C). These results demonstrated that azithromycin can inhibit the replication of 

both genotype 1 and 3 HEV in cell culture models. 
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Fig. 1. Anti-HEV activity of azithromycin in Huh7-based cell culture models. (A) The effects of various 
concentrations of azithromycin (AZM) on HEV in Huh7 cell based genotype 3 replicon model (Huh7-
p6-Luc). HEV replication was measured by Gaussia luciferase activity. Data were normalized and 
compared to the untreated control group (set as 1) (n=12). (B) The 50% inhibitory and cytotoxic 
concentration (IC50 and CC50) of azithromycin calculated by using GraphPad Prism 5 software (n=6-
12). (C) The effect of azithromycin on genotype 1 HEV replication (n=7). (D) Quantification of viral RNA 
by qRT-PCR in Huh7 cells harboring the p6 HEV infectious model that were treated with azithromycin 
for 48 hours(n=6-8). (E and F) Western blot images and quantification of HEV capsid ORF2 protein level 
in Huh7-p6 cells treated with azithromycin for 48 hours. The uninfected group (mock) and the infected 
ōǳǘ ǳƴǘǊŜŀǘŜŘ ƎǊƻǳǇ ό/¢wΥ !½aҐл ˃aύ ǎŜǊǾŜ ŀǎ ƴŜƎŀǘƛǾŜ ŀƴŘ ǇƻǎƛǘƛǾŜ ŎƻƴǘǊƻƭΣ ǊŜǎǇŜŎǘƛǾŜƭȅΦ ʲ-actin 
serves as an internal reference (n=4). (G) Immunofluorescence analysis of viral protein ORF2 (red) in 
Huh7-p6 cells treated with indicated concentrations of azithromycin for 48 hours. Naïve Huh7 cells 
incubated with the HEV ORF2 antibody and Huh7-p6 cells incubated with the matched IgG control 
antibody serve as the negative controls. Untreated Huh7-p6 cells and incubated with the HEV ORF2 
antibody serves as the positive control. DAPI (blue) was applied to visualize nuclei. (40 × oil immersion 
objective). Data are presented as means ± SEM. RLU, relative luciferase unit. (*P < 0.05; **P < 0.01; 
***P < 0.001). 
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To further confirm the inhibitory effect of azithromycin on HEV full-length genome replication 

and viral protein expression, we used HEV infectious full-length cell model (Huh7-p6). In Huh7-

p6 cells, treatment with azithromycin for 48 hours effectively inhibited HEV at viral RNA level 

determined by RT-qPCR (Fig. 1D) and HEV ORF2 protein level measured by western blotting 

(Fig. 1E and Fig. 1F). The inhibitory effect was finally visualized within host cells by 

immunofluorescence. Azithromycin treatment effectively inhibited HEV ORF2 expression, and 

the inhibition is remarkable even at the low concentration (1 µM) and much stronger at higher 

concentration (10 µM) (Fig. 1G). Notably, both concentrations could not completely inhibit 

viral protein expression. Altogether, azithromycin dose-dependently inhibited HEV genome 

replication and viral protein expression. 

Although primarily causing hepatitis, HEV infection is also associated with a broad range of 

extrahepatic manifestations, particularly kidney injury and neurological diseases (6, 7). Thus, 

we further profiled the anti-HEV activity of azithromycin in a variety of cell models, including 

hepatic and non-hepatic cell lines harboring the p6-Luc replicon. As expected, azithromycin 

significantly inhibited HEV replication-related luciferase activity in human kidney 293T-p6-Luc 

(Fig. S1A), neuronal U87-p6-Luc (Fig. S1B) and hepatic PLC-p6-Luc (Fig. S1C) models. We 

determined the IC50 and CC50 concentrations of azithromycin in 293T cells as 9.3 µM and 

56.8 µM, respectively. These results indicate that the anti-HEV effect of azithromycin is 

universal across different cell types. 

Emerging evidence suggests that the antiviral activity of azithromycin against particular 

viruses may be associated with host innate immune response (8, 9). Interferon signaling 

provides the first-line innate defense against viral infections, and the anti-HEV activity of 

interferon-alpha (IFN-ʰύ Ƙŀǎ ōŜŜƴ ŘŜƳƻƴǎǘǊŀǘŜŘ ƛƴ ŎŜƭƭ ŎǳƭǘǳǊŜ ƳƻŘŜƭǎ ŀƴŘ ƛƴŘƛŎŀǘŜŘ ƛƴ 

treated chronic HEV patients (10). Binding of IFN-ʰ ǘƻ ƛǘǎ ǊŜŎŜǇǘƻǊ ƛƴƛǘƛŀǘŜǎ ǘƘŜ Wŀƴǳǎ ƪƛƴŀǎŜ 

signal transducer and activator of transcription (JAK-STAT) cascade to recruit the ISGF3 

complex, which subsequently binds to IFN-stimulated response element (ISRE) in the nucleus 

to transcribe interferon-stimulated genes (ISGs) (11). We previously have shown the anti-HEV 

agents ribavirin and mycophenolic acid (MPA) are capable of activating ISG transcription, 

although they do not trigger interferon production (12, 13). We found azithromycin treatment 

dose-dependently activated the transcriptional activity of ISRE-based luciferase reporter, 

although to a less extent compared to IFN-ʰ ǎǘƛƳǳƭŀǘƛƻƴ (Fig. 2A). Consistently, azithromycin 

treatment significantly induced the expression of several ISGs, including MDA5, OAS3, MX1, 
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ISG15 and STAT2, by 1-6 fold in Huh7 cells regardless infected with HEV or not (Fig. 2B). 

However, the effect on the transcription of RIG-I, STAT1 and TLR-2 is mild. 

 

Fig. 2. Azithromycin triggers innate immune response. (A) Analysis of ISRE related firefly luciferase 
activity in Huh7-ISRE-Luc cells treated with various concentrations of azithromycin (AZM) or IFN-ʰ 
(1000 IU/Ml, positive control) for 48 hours. Data were normalized and compared to the untreated 
control group (set as 1) (n=8). (B) Analysis of azithromycin induced interferon (IFN)-stimulated genes 
(ISGs). The mRNA levels of ISGs were measured by RT-qPCR in Huh7 cells treated with azithromycin 
όмл ŀƴŘ рл ˃aύ for 48 hours with or without HEV infection. Relative gene expression was normalized 
to the housekeeping gene Glyceraldehyde-3-phosphate dehydrogenase (GAPDH) using the 2-ҟҟ/ǘ 
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method. Data were normalized and compared to the untreated control in Huh7 and Huh7-p6 cells 
respectively (set as 1) (n=4). Data are presented as means ± SEM. MDA5, melanoma differentiation-
associated protein 5; RIG-I, retinoic acid-inducible gene I; OAS3, 2'-5'-oligoadenylate synthetase 3; 
MX1, MX dynamin like GTPase 1; ISG15, interferon-stimulated gene 15; STAT1/2, signal transducer and 
activator of transcription 1/2; TLR2, Toll-like receptor 2. (*P < 0.05; **P < 0.01; ***P < 0.001). 

 

 

Fig. 3. The effect of azithromycin induced non-canonical interferon-like response on its anti-HEV 
activity. (A) Comparison of ISRE related firefly luciferase activity in Huh7-ISRE-Luc cells after combined 
ǘǊŜŀǘƳŜƴǘ ƻŦ W!Y ƛƴƘƛōƛǘƻǊ м όмл ˃aύ ǿƛǘƘ ŀȊƛǘƘǊƻƳȅŎƛƴ ό!½aΣ мл ˃aύ ƻǊ LCb-ʰ όмллл L¦κaƭΣ ǇƻǎƛǘƛǾŜ 
control) for 48 hours. Data were normalized to the azithromycin untreated group and JAK inhibitor 1 
only group respectively (set as 1) (n=10). (B) Comparison of ISGs gene transcription in Huh7 cells after 
combined treatment for 48 hours. The mRNA levels of indicated ISGs were quantified by qRT-PCR and 
relative gene expression was normalized to the housekeeping gene Glyceraldehyde-3-phosphate 
dehydrogenase (GAPDH) using the 2-ҟҟ/ǘ ƳŜǘƘƻŘ όƴҐпύΦ (C) Western blot analysis of total STAT1 or 
ǇƘƻǎǇƘƻǊȅƭŀǘŜŘ {¢!¢м όǇ{¢!¢мύ ŜȄǇǊŜǎǎƛƻƴ ƛƴ IǳƘт ŎŜƭƭǎ ŀŦǘŜǊ ŎƻƳōƛƴŜŘ ǘǊŜŀǘƳŜƴǘ ŦƻǊ пу ƘƻǳǊǎΦ ʲ-
actin serves as an internal reference (n=4). (D) Comparison of HEV RNA quantification in infectious 
Huh7-p6 cells after combined treatment for 48 hours. Intracellular relative HEV RNA was measured by 
qRT-PCR (n=6). (E) Western blot analysis of STAT1 and phosphorylated STAT1 (pSTAT1) expression in 
wild type (WT) and STAT1 knockout (STAT1-/ -ύ IǳƘт ŎŜƭƭǎ ŀŦǘŜǊ ŀǘ пу ƘƻǳǊǎΦ ʲ-actin serves as an internal 
reference (n=4). (F) Comparison of ISGs gene transcription in WT and STAT1-/ - Huh7 cells at 48 hours. 
Data were normalized to the untreated WT group and STAT1-/ - group respectively (set as 1) (n=6). (G) 
Comparison of HEV RNA quantification in WT and STAT1-/ - Huh7 cells. Huh7 cells were infected with 
HEV for 24 hours followed by azithromycin treatment for 48 hours, then intracellular relative HEV RNA 
was measured by qRT-PCR (n=6). Data are presented as means ± SEM. RLU, relative luciferase unit; NS, 
not significant; IFN-ʰΣ ǘȅǇŜ L ƛƴǘŜǊŦŜǊƻƴ ʰΤ a5!рΣ ƳŜƭŀƴƻƳŀ ŘƛŦŦŜǊŜƴǘƛŀǘƛƻƴ-associated protein 5; RIG-
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I, retinoic acid-inducible gene I; OAS3, 2'-5'-oligoadenylate synthetase 3; MX1, MX dynamin like GTPase 
1; ISG15, interferon-stimulated gene 15; STAT1/2, signal transducer and activator of transcription 1/2; 
TLR2, Toll-like receptor 2. (*P < 0.05; **P < 0.01; ***P < 0.001). 

As expected, blocking the function of Janus kinases by JAK inhibitor 1 largely attenuated IFN-

ʰ ƛƴŘǳŎŜŘ L{w9 ŀŎǘƛǾŀǘƛƻƴΣ L{D ǘǊŀƴǎŎǊƛǇǘƛƻƴΣ {¢!¢м ǇƘƻǎǇƘƻǊȅƭŀǘƛƻƴΣ ŀƴŘ ŀƴǘƛ-HEV activity (Fig. 

3A-D). Surprisingly, although JAK inhibitor 1 affected azithromycin-induced ISRE activation 

and ISG transcription, it has no effect on the anti-HEV activity of azithromycin (Fig. 3A, 3B and 

3D). Of note, azithromycin hardly activates STAT1 phosphorylation, or to a mild level that was 

undetectable by western blotting assay (Fig. 3C). We next investigated the potential 

involvement of STAT1 by using STAT1 knockout Huh7 cells (Fig. 3E). Loss of STAT1 significantly 

attenuated the induction of ISGs and anti-HEV activity of IFN-ʰ (Fig. 3F and 3G). But again, 

STAT1 knockout had no effect on the anti-HEV activity of azithromycin, although attenuated 

the induction of ISGs (Fig. 3E-G).  

Similar to our observations, previous studies in different viral infection models, including 

respiratory syncytial viruses, rhinovirus, influenza virus, and ZIKA virus (8, 9, 14), have 

indicated potential activation of IFN response by azithromycin. However, the overall antiviral 

activity of azithromycin is not affected by the absence of type I IFN (9), functional inhibition of 

Janus kinases (Figs. 3F-D), or knockout of IFNAR1 (9) or STAT1 (Figs. 3E-G). Interestingly, ISGs 

such as pathogen recognition receptors (MDA5 and RIG-I) and the ones (OASs, MXs, and ISG15) 

functionally related to RNA and protein metabolism were frequently found to be upregulated 

by azithromycin (8, 9). Overall, azithromycin appears to activate interferon (like) response, but 

whether this actually contributes to the broad antiviral activity remains largely unclear. 

Importantly, as an FDA pregnancy category B drug, azithromycin has been clinically proven to 

be safe in pregnant women, newborns and young children (15). Furthermore, azithromycin 

also possesses anti-inflammatory and immunomodulatory properties (16). Severe HEV 

infections in pregnant women universally accompany with massive inflammatory response 

(17). Thus, azithromycin could be an idea therapeutic candidate for treating HEV infected 

pregnant women that can simultaneously inhibit the infection and pathogenic inflammation. 

Animal study showed that azithromycin can accumulate in the lung and liver, leading to more 

than 100-fold enrichment in these tissues than the bloodstream (18). Furthermore, 

pharmacokinetic studies in human showed that it not only accumulates in brain and placenta 

of the mother but also can be transported to fetal tissue through amniotic fluid and umbilical 
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ŎƻǊŘ ǇƭŀǎƳŀΣ ǊŜŀŎƘƛƴƎ Ŧƛƴŀƭ ŎƻƴŎŜƴǘǊŀǘƛƻƴǎ ŦǊƻƳ нΦу ǘƻ нм ˃a (9, 19). These concentrations 

are comparable to or even higher than the IC50 of azithromycin demonstrated in our HEV 

models (Fig. 1 and Fig. S1), indicating that the concentrations of azithromycin in maternal and 

fetal tissues should be sufficient to inhibit HEV replication. Because azithromycin is cheap and 

widely available in oral and intravenous formulations. Repurposing for treating HEV infection 

would be highly accessible for all patients including from resource-limited regions. However, 

combination of azithromycin with the known anti-HEV agents IFN-ʰ (Fig. S2A), ribavirin (Fig. 

S2B) or MPA (Fig. S2C) resulted in antagonistic effects. 

In summary, this study has demonstrated azithromycin as a potent inhibitor of HEV replication 

in cell culture models. Although azithromycin is capable of moderately activating a non-

canonical interferon-like response, the anti-HEV activity is largely independent of this innate 

immune response and the exact mechanism-of-action requires further study. Given the great 

potential of azithromycin for treating a wide range of HEV patients including pregnant women 

and children, follow-up in vivo studies are warranted to validate our findings. 

 

MATERIALS AND METHODS 

Reagents and antibodies 

Azithromycin, human IFN-ʰΣ ǊƛōŀǾƛǊƛƴ ŀƴŘ ƳȅŎƻǇƘŜƴƻƭƛŎ ŀŎƛŘ ǿŜǊŜ ǇǳǊŎƘŀǎŜŘ ŦǊƻƳ {ƛƎƳŀ-

Aldrich. The JAK inhibitor 1 (SC-204021) were obtained from Santa Cruz Biotechnology (Santa 

Cruz). The diluent used for azithromycin was Dimethyl sulfoxide (DMSO, Sigma) with final 

concentration below 0.1% for the high concentration treatment, which was confirmed in 

preliminary experiments not to have any effect on measured outcomes. Ribavirin, MPA and 

IFN-ʰ ǿŜǊŜ ŘƛǎǎƻƭǾŜŘ ƛƴ мҎ tƘƻǎǇƘŀǘŜ-Buffered Saline (PBS). The HEV ORF2 antibody (mouse 

ƳƻƴƻŎƭƻƴŀƭΣ a!.уллнύ ŀƴŘ ʲ-actin antibody (mouse monoclonal, sc-47778) were purchased 

from EMD Millipore and Santa Cruz Biotechnology (Santa Cruz), respectively. Mouse Control 

IgG2b antibody was purchased from InvivoGen (mabg2b-ctrlm). Phospho-STAT1 (Tyr701) 

(58D6, Rabbit mAb, 9167) and STAT1 (Rabbit mAb, 9172) antibodies were obtained from Cell 

Signaling Technology (Danvers, MA, USA). Anti-rabbit and anti-mouse IRDye-conjugated 

secondary antibodies (Li-Cor Biosciences, Lincoln, NE, USA) were also used.  

Cell culture 
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Human hepatoma cell line (Huh7) and human glioblastoma cell line (U87) were kindly 

provided by the Department of Viroscience (Erasmus Medical Center). Human hepatoma cell 

line PLC/PRF/5 (PLC) and human embryonic kidney epithelial cell line (HEK293T) were 

originally obtained from ATCC (http://www.atcc.org). These cells were cultured in DulbeccoĽ

s modified Eagle medium (DMEM) contained 10% fetal bovine serum, 100 IU/mL penicillin, 

and 100 ëg/mL streptomycin at 37Ņ with 5% CO2.  

Viruses and culture models 

Above mentioned cell lines were employed to generate HEV cell as we reported previously (5, 

20). For infectious full-length cell model (Huh7-p6), Huh7 cells were electroporated with full-

length HEV genomic RNA (genotype 3 Kernow-C1 p6 clone, GenBank accession number 

JQ679013). To generate luciferase-based replicon models (Huh7-p6-Luc, PLC-p6-Luc, U87-p6-

Luc, HEK293T-p6-Luc), a plasmid construct containing subgenomic HEV sequence in which 

HEV capsid protein ORF2 was replaced by a Gaussia luciferase reporter gene for monitoring 

viral replication. HEV genotype 1 replicon model (Huh7-GT1-Luc) was based on the Sar 

55/S17/luc HEV clone containing a Gaussia luciferase reporter. To produce viral RNA, the 

Ambion mMESSAGE nMACHINE in vitro RNA transcription kit (Thermo Fisher Scientific Life 

Sciences) was used. The ISRE reporter system mimicking IFN response (Huh7-ISRE-Luc) and 

STAT1 knockout cells (Huh7-STAT1-/-) we used here were from our previous study, HEV virus 

preparation and re-infection were same as the reported methods (5, 20).  

MTT assay 

To perform MTT assay, 10 mM 3-(4,5-dimethylthiazol-2-yl)-2,5-diphenyltetrazolium bromide 

(MTT) (Sigma) was added to the cells seeded in 96-ǿŜƭƭ ǇƭŀǘŜ ŦƻƭƭƻǿŜŘ ōȅ о ƘƻǳǊǎΩ ƛƴŎǳōŀǘƛƻƴ 

at 37°C with 5% CO2. ¢ƘŜƴ ǘƘŜ ƳŜŘƛǳƳ ǿŀǎ ǊŜƳƻǾŜŘ ŀƴŘ млл ˃[ 5a{h ǿŀǎ ŀŘŘŜŘ ǘƻ ŜŀŎƘ 

well. After additional incubation of 15 min, the plate was transferred to the microplate 

absorbance readers (BIO-RAD) to detect the absorbance of each well at wavelength of 490 

nm.  

Quantification of HEV replication and gene expression 

Viral replication in HEV replicon models was measured by the secreted luciferase activity in 

the cell culture medium. Luciferase activity was quantified on a LumiStar Optima 

luminescence counter (BMG Lab Tech) using BioLux® Gaussia Luciferase Flex Assay Kit (New 
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England Biolabs). For HEV infectious model, intracellular viral RNA was quantified. Total RNA 

was extracted with Machery-Nucleo Spin RNA II kit (Bioke) and quantified by NanoDrop ND-

1000 spectrophotometer (Wilmington). The cDNA was synthesized by cDNA Synthesis Kit 

(Takara). Applied Biosystems SYBR Green PCR Master Mix (Life Technologies) was used to 

quantify HEV RNA and mRNA of inflammatory cytokines, IFNs and ISGs. Relative gene 

expression was normalized to the housekeeping gene Glyceraldehyde-3-phosphate 

dehydrogenase (GAPDH) using the 2-ҟҟ/ǘ ƳŜǘƘƻŘΦ !ƭƭ ǘƘŜ ǇǊƛƳŜǊǎ ǳǎŜŘ ƛƴ ǘƘƛǎ ǎǘǳŘȅ ǿŜǊŜ 

provided in the online Supplementary Table S1.  

Western blotting 

Total protein lysates were heated at 95°C for 5 min then run on 10% sodium dodecyl sulfate 

polyacrylamide gel (SDS-PAGE) at 90 V for 120 min, subsequently transferred onto 

polyvinylidene difluoride (PVDF) membrane (0.45 mm, Thermo Fisher Scientific Life Sciences) 

at 250 mA for 120 min. The membrane was incubated with blocking buffer (Li-Cor Biosciences) 

for 1 hour at room temperature followed by incubation with primary antibodies mouse anti-

HEV ORF2 (1:1000) and anti- -̡actin (1:1000) at 4°C overnight. Then the membrane was 

washed 3 times followed by incubation with anti-mouse (1:5000) or anti-rabbit (1:10000) 

IRDye-conjugated secondary antibodies (Li-Cor Biosciences) at room temperature for 1 hour. 

Finally, after washing 3 times, membrane was visualized using an Odyssey infrared imaging 

system CLx (LICOR Biosciences).  

Immunofluorescence 

Cells grown on µ-Slide 8 Well (ibidi GmbH, 80826) were washed once with 1× PBS and then 

fixed for 10 min with 4% (w/v) paraformaldehyde (PFA) at room temperature (RT). After 

fixation, the cells were washed 3 times with PBS and permeabilized with 0.1% (v/v) Triton X-

100 for 10 min, then washed 3 times with PBS. Cells were incubated for 1 hour in blocking 

solution (5% Normal Donkey Serum, 1% Bovine Serum Albumin, 0.2% TRITON X in 1 × PBS) at 

RT. Then cells were incubated with primary anti-HEV ORF2 antibody (aa 434-457, clone 1E6, 

IgG2b) at a 1:200 dilution for 1 hour. The control group was incubated with the matched 

mouse IgG 2b antibody (InvivoGen; 1:200). The primary antibody mixture was then removed 

and cells were washed 3 times with PBS. The secondary Anti-mouse-Alexa Fluor® 594-

Conjugate antibody (Cell Signaling Technology; 1:5000) was added and the cells were 

incubated an additional hour at RT. After the incubation the cells were washed 3 times and 
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then cell nucleus was stained with 4,6-diamidino-2-phenylindole (DAPI) for 10 min at RT. 

Images were taken on a Leica SP4 confocal microscope (lens: 40x), image analysis was 

performed using ImageJ (NIH).  

Statistical Analysis 

Statistical analysis was performed using the non-paired, non-parametric test (Mann-Whitney 

test; GraphPad Prism software, GraphPad Software Inc., La Jolla, CA). All results were 

presented as mean ± standard errors of the means (SEM). P values <0.05 were considered as 

statistically significant. Detailed information regarding materials, methods as well as 

additional results are provided in the Supplementary Data File.  
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SUPPLEMENTARY METHODS AND RESULTS 

Supplementary Figures  

 

 
Fig. S1. Anti-HEV activity of azithromycin in diverse cell culture models harboring genotype 3 HEV 
replicon. (A) The effects of various concentrations of azithromycin (AZM) on HEV replication in kidney 
293T cells harboring the p6-Luc replicon. HEV replication was measured by Gaussia luciferase activity 
(n=12). The 50% inhibitory and cytotoxic concentrations (IC50 and CC50) of azithromycin were 
calculated using GraphPad Prism 5 software (n=5-6). (B) The effect of azithromycin on HEV replication 
in neuronal U87 (U87-p6-Luc), or (C) hepatic PLC/PRF/5 cells (PLC-p6-Luc). The luciferase activity was 
measured 24, 48 or 72 hours post-treatment. MTT assay was performed at 72 hours post-treatment. 
Data were normalized and compared to the untreated control group (set as 1) (n=10). Data are 
presented as means ± SEM. RLU, relative luciferase unit. (*P < 0.05; **P < 0.01; ***P < 0.001). 
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Fig. S2. Combination with azithromycin (AZM) antagonized the anti-HEV effects of human interferon 
alpha (IFN-ʰύΣ ǊƛōŀǾƛǊƛƴ όw.±ύ ŀƴŘ ƳȅŎƻǇƘŜƴƻƭƛŎ ŀŎƛŘ όat!ύΦ Azithromycin was combined with IFN-ʰ 
(A), RBV (B), and MPA (C) in Huh7-p6-Luc cell culture model for 48 hours. The inhibitory effects on HEV 
genotype 3 sub-genome replication was measured by Gaussia luciferase activity. The combinatory 
effects were analyzed by MacSynergyII model. The three-dimensional surface plot represents the 
differences (within 95% confidence interval) between actual experimental effects and theoretical 
additive effects of the combination at various concentrations (n=4). The untreated group serves as 
control (set as 1). Data are presented as means ± SEM. RLU, relative luciferase unit. 
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Supplementary Table 

Table S1. Primers sequences used to detect HEV, inflammatory cytokines, IFNs and ISGs 

DŜƴŜ  tǊƛƳŜǊ ǎŜǉǳŜƴŎŜ όрΩπоΩύ 

I9± 
CƻǊǿŀǊŘ DD¢DD¢¢¢/¢DDDD¢D!/ 

wŜǾŜǊǎŜ !DDDD¢¢DD¢¢DD!¢D!! 

D!t5I 
CƻǊǿŀǊŘ D¢/¢//¢/¢D!/¢¢/!!/!D/D 

wŜǾŜǊǎŜ !//!///¢D¢¢D/¢D¢!D//!! 

¢bCπh 
CƻǊǿŀǊŘ /¢/¢¢/¢D//¢D/¢D/!/¢¢¢D 

wŜǾŜǊǎŜ !¢DDD/¢!/!DD/¢¢D¢/!/¢/ 

L[πм̡ 
CƻǊǿŀǊŘ //!/!D!//¢¢//!DD!D!!¢D 

wŜǾŜǊǎŜ D¢D/!D¢¢/!D¢D!¢/D¢!/!DD 

L[πс 
CƻǊǿŀǊŘ !D!/!D//!/¢/!//¢/¢¢/!D 

wŜǾŜǊǎŜ ¢¢/¢D//!D¢D//¢/¢¢¢D/¢D 

L[πу 
CƻǊǿŀǊŘ D¢D/!D¢¢¢¢D//!!DD!D¢ 

wŜǾŜǊǎŜ /¢/¢D/!///!D¢¢¢¢//¢¢ 

L[πмн 
CƻǊǿŀǊŘ !//!/¢///!!!!//¢D/ 

wŜǾŜǊǎŜ //!DD/!!/¢///!¢¢!D 

LCbπh 
CƻǊǿŀǊŘ ¢DDD/¢D¢D!¢/¢D//¢/!!!/ 

wŜǾŜǊǎŜ /!D//¢¢¢¢DD!!/¢DD¢¢D// 

LCbπ̡ 
CƻǊǿŀǊŘ /¢¢DD!¢¢//¢!/!!!D!!D/!D/ 

wŜǾŜǊǎŜ ¢//¢//¢¢/¢DD!!/¢D/¢D/! 

LCbπɹ 
CƻǊǿŀǊŘ D!D¢D¢DD!D!//!¢/!!DD!!D 

wŜǾŜǊǎŜ ¢DD¢¢¢D/D¢¢DD!/!¢¢/!!D¢/ 

LCbπ˂ м όL[πнфύ 
CƻǊǿŀǊŘ DD!!D!/!DD!D!D/¢D/!!/¢ 

wŜǾŜǊǎŜ !!/¢DDD!!DDD/¢D//!/!¢¢ 

LCbπ˂ н όL[πну!ύ 
CƻǊǿŀǊŘ ¢/D/¢¢/¢D/¢D!!DD!/¢D/! 

wŜǾŜǊǎŜ //¢//!D!!//¢¢/!D/D¢/!D 

a5!р όLCLIмύ 
CƻǊǿŀǊŘ D/¢D!!D¢!DD!D¢/!!!D/// 

wŜǾŜǊǎŜ //!/¢D¢DD¢!D/D!¢!!D/!D 

wLDπL ό55·руύ 
CƻǊǿŀǊŘ /!//¢/!D¢¢D/¢D!¢D!!DD/ 

wŜǾŜǊǎŜ D¢/!D!!DD!!D/!/¢¢D/¢!// 

h!{о CƻǊǿŀǊŘ //¢D!¢¢/¢D/¢DD¢D!!D/!/ 
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wŜǾŜǊǎŜ ¢///!DD/!!!D!¢DD¢D!DD! 

a·м 
CƻǊǿŀǊŘ DD/¢D¢¢¢!//!D!/¢//D!/! 

wŜǾŜǊǎŜ /!/!!!D//¢DD/!D/¢/¢/¢! 

L{Dмр 
CƻǊǿŀǊŘ /¢/¢D!D/!¢//¢DD¢D!DD!! 

wŜǾŜǊǎŜ !!DD¢/!D//!D!!/!DD¢/D¢ 

{¢!¢м 
CƻǊǿŀǊŘ !¢DD/!D¢/¢DD/DD/¢D!!¢¢ 

wŜǾŜǊǎŜ //!!!//!DD/¢DD/!/!!¢¢D 

{¢!¢н 
CƻǊǿŀǊŘ /!DD¢/!/!D!D¢¢D/¢!/!D/ 

wŜǾŜǊǎŜ /DD¢D!!/¢¢D/¢D//!D¢/¢¢ 

¢[wн 
CƻǊǿŀǊŘ ¢¢¢/!/¢D/¢¢¢/!!/¢DD¢! 

wŜǾŜǊǎŜ ¢DD!D!DD/¢D!¢D!¢D!/ 
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ABSTRACT 

We identified ivermectin, an FDA-approved anti-parasitic drug, effectively inhibited hepatitis 

E virus (HEV) infection in a range of cell culture models including hepatic and extrahepatic cells 

with genotype 1 and 3 strains. Long-term treatment showed no clear evidence of drug 

resistance development. We demonstrated gene silencing of importin-ʰмΣ ŀ ŎŜƭƭǳƭŀǊ ǘŀǊƎŜǘ ƻŦ 

ivermectin and a key member of the host nuclear transport complex, attenuated viral 

replication and largely abolished the anti-HEV effect of ivermectin. 
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Ivermectin; Hepatitis E virus; Nuclear transport; Drug repurposing 
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MAIN TEXT 

Hepatitis E virus (HEV), as a single-stranded, positive-sense RNA virus, is the most common 

cause of acute viral hepatitis worldwide (1). Among the classified 8 genotypes, genotype 1, 2, 

3, and 4 HEV are well-characterized to infect humans (2). In general, HEV infection is self-

limiting with an extremely low mortality rate. In contrast, acute infection with genotype 1 HEV 

in pregnant women has a high risk of developing severe implications with high death rate of 

up to 30% (3). Infection with genotype 3 and occasionally genotype 4 HEV in organ 

transplantation recipients bears a high risk of developing chronic hepatitis E (4-6). Because no 

FDA-approved medication is available, monotherapy of ƛƴǘŜǊŦŜǊƻƴ ŀƭǇƘŀ όLCbʰύΣ ǊƛōŀǾƛǊƛƴ ƻǊ 

their combination has been used as an off-label treatment for chronic hepatitis E (7, 8). 

IƻǿŜǾŜǊΣ LCbʰ ƛǎ ƎŜƴŜǊŀƭƭȅ ŎƻƴǘǊŀƛƴŘƛŎŀǘŜŘ ƛƴ ƪƛŘƴŜȅΣ ǇŀƴŎǊŜŀǎΣ ƘŜŀǊǘΣ ŀƴŘ ƭǳƴƎ-transplant 

recipients because it stimulates the immune system and increases the risk of acute rejection 

(9). Ribavirin monotherapy is effective in approximately 80% of eligibly treated chronic 

hepatitis E patients (10). However, treatment failure has been frequently reported, probably 

attributed to resistance development or poor tolerance (7). Thus, there is a clinical need for 

developing new antiviral therapies against HEV, and we are interested in repurposing safe-in-

human broad-spectrum antiviral drugs for treating hepatitis E (11). 

Ivermectin is an approved anti-parasitic medication with an established safety profile since 

the 1970s and is on the World Health Organization (WHO) list of essential medicines (12, 13). 

Over the last 30 years, there were more than 2.5 billion doses of ivermectin distributed across 

the globe, showing an excellent safety profile in the clinic (14). Interestingly, ivermectin has 

been reported to exert broad antiviral activity against single-stranded RNA viruses and DNA 

viruses. More interestingly, ivermectin has recently been shown to inhibit SARS-CoV-2 

replication, the causative agent of the COVID-19 pandemic (15). In this study, we aim to 

evaluate the potential of ivermectin in inhibiting HEV replication and possible underlying 

mechanism-of-action.  

To test the potential anti-HEV activity of ivermectin, we first used a subgenomic replicon and 

a full-length genome HEV infectious model, based on the genotype 3 Kernow-C1 p6 clone (Fig. 

S1). In the subgenomic model, the open reading frame (ORF) 2 encoding the capsid protein 

was replaced by a Gaussia luciferase reporter gene for monitoring viral replication. We found 

that ivermectin treatment significantly inhibited viral replication-related luciferase activity in 
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the human hepatic Huh7 cells harboring the subgenomic replicon in a dose-dependent 

manner (Fig. 1A). We next tested a series of ivermectin concentrations (0.001-млл ˃aύ ƛƴ ǘƘŜ 

Huh7 cell model to assess antiviral and cytotoxic effects. The 50% inhibition and cytotoxicity 

όL/рл ŀƴŘ //рлύ ŎƻƴŎŜƴǘǊŀǘƛƻƴǎ ƻŦ ƛǾŜǊƳŜŎǘƛƴ ǿŜǊŜ нΦсу ˃a ŀƴŘ муΦуо ˃aΣ ǊŜǎǇŜŎǘƛǾŜƭȅ (Fig. 

1B). In the Huh7 infectious p6 cell model, treatment with ivermectin for 48 hours potently 

inhibited HEV at viral RNA level determined by qRT-PCR (Fig. 1C and Fig. S2A) and HEV ORF2 

protein level measured by western blotting (Fig. 1D). For instance, ǘǊŜŀǘƳŜƴǘ ǿƛǘƘ мл ˃a ƻŦ 

ivermectin for 48 hours resulted in a 71.68% ± 5.78 (mean ± SEM, n=4, p<0.001) (Fig. 1C) and 

51.67% ± 8.19 (mean ± SEM, n=4, p<0.01) (Fig. 1D) inhibition of HEV RNA and capsid protein 

level, respectively. Furthermore, based on calculation of viral RNA copy number (Fig. S2B), 

ǘǊŜŀǘƳŜƴǘ ǿƛǘƘ м ƻǊ р ˃a ƻŦ ƛǾŜǊƳŜŎǘƛƴ ŦƻǊ пу ƘƻǳǊǎ ǊŜǎǳƭǘŜŘ ƛƴ ǎƛƎƴƛŦƛŎŀƴǘ ƛƴƘƛōƛǘƛƻƴ ƻŦ 

secreted viral RNA into supernatant (Fig. S2C), which was consistent with the reduced level of 

capsid protein in the supernatant (Fig. S2D). The inhibitory effect was further confirmed as 

shown a dose-dependent decrease of ORF2-encoded capsid protein expression by confocal 

imaging assay (Fig. 1E). Furthermore, ivermectin also dose-dependently inhibited viral 

replication in Sar55 clone-based genotype 1 HEV subgenomic replicon (Fig. 1F). Since the p6 

genotype 3 clone is capable of producing infectious viral particles, we harvested HEV particles 

at 48 hours post-treatment of the antiviral drugs, and then performed a re-infection assay in 

naïve Huh7 cells to further determine the antiviral effects. We included ribavirin as a positive 

control. We found the amount of produced HEV with infectivity was significantly reduced by 

ivermectin or ribavirin treatment shown at both viral RNA and protein levels upon re-infection 

in Huh7 cells (Fig. S3). Notably, HEV is more sensitive to ivermectin than ribavirin. For example, 

мл ˃a ƛǾŜǊƳŜŎǘƛƴ ŜȄŜǊǘŜŘ ǇƻǘŜƴǘ ŀƴǘƛ-HEV activity, whereas there was hardly an antiviral 

activity of ribavirin at this concentration (Fig. S3). Drug resistance is one of the main factors 

that limit the effectiveness of antiviral treatment. Long-term exposure to low dose antiviral 

drugs is prone to developing resistance (16). To characterize ivermectin in this respect, the 

HEV p6 cell model was constantly exposed to low dose ivermectƛƴ όм ˃aύΦ LǾŜǊƳŜŎǘƛƴ ǊŜǘŀƛƴŜŘ 

its anti-HEV activity even after 21 days, shown at both viral RNA and ORF2-encoded capsid 

protein levels (Fig. 1G).  

Besides hepatitis, HEV infection is associated with a broad range of extrahepatic 

manifestations, including kidney injury and neurological diseases (17-19). We thus further 

profiled the antiviral activity of ivermectin in a variety of cell models, including hepatic and 
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non-hepatic cell lines with genotype 3 HEV. Notably, ivermectin significantly inhibited viral 

replication-related luciferase activity in human kidney 293T (Fig. 2A), hepatic PLC (Fig. 2B), 

and neuronal U87 (Fig. 2C) cells. We determined the IC50 and CC50 concentrations of 

ƛǾŜǊƳŜŎǘƛƴ ǿŜǊŜ нΦуф ˃a ŀƴŘ муΦно ˃a ƛƴ нфо¢ ŎŜƭƭ ƳƻŘŜƭΣ оΦтр ˃a ŀƴŘ суΦту ˃a ƛƴ t[/ ŎŜƭƭ 

ƳƻŘŜƭΣ ŀƴŘ тΦуо ˃a ŀƴŘ пфΦрм ˃a ƛƴ ¦ут ŎŜƭƭ ƳƻŘŜƭΣ ǊŜǎǇŜŎǘƛǾŜƭȅΦ 

 

 

Fig. 1. Anti-HEV activity of ivermectin in Huh7-based cell culture models. (A) The effects of ivermectin 
treatment for 24, 48 or 72 hours on viral replication related luciferase activity in the genotype 3 
subgenomic Huh7-p6-Luc cell model. The untreated group serves as control (CTR) (set as 100%) (n=12). 
(B) The 50% inhibitory concentration (IC50) and 50% cytotoxic concentration (CC50) of ivermectin in 
Huh7-p6-Luc cell model and Huh7 cell line were calculated using GraphPad Prism 5 software (n=6-12). 
(C) The infectious Huh7-p6 cell model was treated with indicated concentrations of ivermectin for 48 
hours. The effects on viral RNA was quantified by qRT-PCR using primers targeting ORF2/ORF3 overlap 
region (n=4-8). (D) Western blot analysis of HEV capsid protein level in Huh7-p6 cells treated with 
ivermectin for 48 hours. The uninfected group (mock) serves as the negative control, and the infected 
but untreated group serves as the positive control (set as 100%) (n=4). (E) Immunofluorescence 
analysis of viral ORF2-encoded capsid protein (red) in Huh7 cells treated with indicated concentrations 
of ivermectin for 48 hours. Huh7 cells incubated with the anti-HEV capsid protein antibody or Huh7-
p6 cells incubated with the matched IgG control antibody serves as the negative control. HEV infected 
Huh7 cells untreated and incubated with the anti-HEV capsid protein antibody serves as the positive 
control. DAPI (blue) was applied to visualize nuclei. (40 × oil immersion objective). (F) Huh7 cell based 
genotype 1 HEV replicon (Sar55 clone) was treated with ivermectin for 24, 48 or 72 hours and viral 
replication related luciferase activity was measured (n=10). (G) The effects of long-term treatment 
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ǿƛǘƘ м ˃a ƛǾŜǊƳŜŎǘƛƴ ƻƴ I9± wb! ƛƴ IǳƘт-p6 cell model were quantified by qRT-PCR. The untreated 
(CTR) group serve as control (set as 100%) (n=3-4). Western blot analysis of HEV ORF2-encoded capsid 
protein was performed on 21 days of treatment. RLU: relative luciferase unit. Data are presented as 
means ± SEM. (*P < 0.05; **P < 0.01; ***P < 0.001). 

 

 

Fig. 2. Anti-HEV activity of ivermectin in different human cell culture models. The effects of 
ivermectin treatment on viral replication related luciferase activity and the 50% inhibitory 
concentration (IC50) against HEV replication and 50% cytotoxic concentration (CC50) of ivermectin 
were calculated using GraphPad Prism 5 software in kidney 293T cells (n=6-12) (A), PLC/PRF/5 cells 
(n=10-12) (B), or neuronal U87 cells (n=10-12) (C). The untreated (CTR) group serve as control (set as 
100%). RLU: relative luciferase unit. Data are presented as means ± SEM (*P < 0.05; **P < 0.01; ***P 
< 0.001). 

 

Emerging evidence suggests that the antiviral activity of ivermectin against particular viruses 

ƛǎ ŀǎǎƻŎƛŀǘŜŘ ǿƛǘƘ Ƙƻǎǘ ƴǳŎƭŜŀǊ ǘǊŀƴǎǇƻǊǘ ƛƳǇƻǊǘƛƴ όLatύ ʰκʲΣ ǿƘƛŎƘ Ƴŀȅ ōŜ ŀǘǘǊƛōǳǘŜŘ ǘƻ ǘƘŜ 

inhibition of nuclear import of host and viral proteins (20-22). For example, the antiviral 

activity of ivermectin against Human immunodeficiency virus 1 (HIV-1) and dengue virus has 

ōŜŜƴ ŀǘǘǊƛōǳǘŜŘ ǘƻ ǘƘŜ ƛƴƘƛōƛǘƛƻƴ ƻŦ Lat ʰκʲ ƴǳŎƭŜŀǊ ƛƳǇƻǊǘ όнмύΦ ! ǾŜǊȅ ǊŜŎŜƴǘ ǎǘǳŘȅ Ƙŀǎ 








































































