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ABSTRACT 

Clinical and epidemiological studies support 

a role for vitamin D in suppressing hepatitis 

B virus (HBV). This antiviral role of vitamin 

D is widely attributed to Vitamin D Receptor 

(VDR)/Retinoid X Receptor (RXR)-

mediated regulation of host 

immunomodulatory genes through Vitamin 

D Response Elements (VDREs) in their 

promoters. Here, we investigated the ability 

of calcitriol (1,25(OH)2D3, metabolically 

activated Vitamin D) to directly regulate 

HBV activity through this signaling pathway. 

We observed that calcitriol selectively 

inhibited only the HBV-core promoter 

without affecting the HBV-PreS1, HBV-

PreS2/S, or HBx promoters. We then 

identified a VDRE-cluster in the HBV-core 

promoter that is highly conserved across most 

HBV genotypes. Disruption of this VDRE-

cluster abrogated calcitriol-mediated 

suppression of the HBV-core promoter. 

Furthermore, we showed VDR interacts 

directly with the VDRE-cluster in the HBV-

core promoter independent of RXR. This 

demonstrates that calcitriol inhibits HBV-

core promoter activity through a non-

canonical calcitriol-activated VDR-pathway. 

Finally, we observed that calcitriol 

suppressed expression of the canonical HBV-

core promoter transcripts, pregenomic RNA 

and precore RNA in multiple HBV cell 

culture models. Additionally, calcitriol 

inhibited the secretion of HBeAg and HBsAg 
(HBV-encoded proteins linked to poor 

disease prognosis), without affecting virion 

secretion. Our findings (a) identify VDR as a 

novel regulator of HBV-core promoter 

activity, (b) explain at least in part the 
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correlation of vitamin D levels to HBV 

activity in clinical studies, (c) have 

implications on the potential use of vitamin D 

along with anti-HBV therapies, and (d) lay 

the groundwork for studies on vitamin D-

mediated regulation of viruses through 

VDREs in virus promoters. 

 

INTRODUCTION  

It is estimated that 2 billion people have been 

infected with HBV at some point in their 

lifetime, which has led to more than 350 

million chronic HBV (CHB) infections 

worldwide (1). CHB leads to depletion of 

liver function and is a leading cause of 

hepatocellular carcinoma (HCC) (2). Hence, 

it is important to understand mechanisms 

regulating virus activity, so as to develop 

interventions to improve prognosis (3). 

Serum vitamin D level has been inversely 

linked to HBV activity in numerous clinical 

and epidemiological studies, however the 

role of vitamin D in HBV biology is not well 

understood (4). In this study we explore the 

ability of vitamin D to regulate HBV activity.  

HBV is an enveloped small DNA virus 

belonging to the Hepadnaviridae family. Its 

3.2 kb genome has four major promoters, 

which interact with host- and HBV-encoded 

transcription factors to regulate HBV 

transcripts (5). A graphical illustration of the 

HBV genome depicting the relative position 

of the HBV promoters and their canonical 

transcripts has been provided (Fig. S1). (i) 

The PreS1/S and (ii) PreS2 promoters yield 

two transcripts that are translated into surface 

proteins which constitute the viral envelope 

(iii) The HBx promoter regulates the 

production of the oncogenic HBx protein and 

(iv) the HBV-core promoter regulates two 

transcripts:  the precore RNA (pcRNA) and 

the pregenomic RNA (pgRNA). The HBV 

pgRNA represents the full-genetic template 

of the virus that is packaged into the capsid 

and later reverse-transcribed. The HBV 

pcRNA encodes the HBeAg (hepatitis B ‘e’ 

antigen) which is secreted from infected 

hepatocytes (6). In addition to HBeAg, the 

HBV genome encodes another secretory 

protein, HBsAg (hepatitis B surface antigen; 

an HBV surface protein). These secretory 

proteins are primary markers used for 

diagnosis of HBV infection and their 

presence is linked to poor disease prognosis 

(6)(7)(8)(9)(10)(11)(12)(13). 

Vitamin D can regulate genes involved in 

vital cellular processes, such as mineral 

homeostasis, cell cycle regulation and 

immunomodulation, through its 

metabolically active form known as calcitriol 

or 1,25-dihydroxyvitamin D3 

(1,25(OH)2D3). Calcitriol binds and 

activates a nuclear receptor (NR) known as 

Vitamin D Receptor (VDR). VDR can 

activate or repress transcription by binding 

DNA motifs known as Vitamin D Response 

Elements (VDREs) at proximal or distal sites 

from the TSS (Transcription Start Site) (14). 

VDREs are usually composed of two 

hexameric core sequences (Direct Repeats or 

DRs) separated by 3 nucleotides (DR3-type 

VDREs) (14)(15). Activated VDR usually 

heterodimerizes with another NR, Retinoid X 

Receptor (RXR), at VDREs to activate gene 

expression (14). Deviations from 

conventionally observed events in the VDR-

pathway are associated with negative 

regulation of the target gene. For instance, 

VDR has been shown to bind to VDREs in 

the absence of RXR to suppress transcription 

(16)(17)(18)(19).  

Vitamin D deficiency in CHB is linked to 

increased viral replication (20)(21), poor 

disease prognosis and progression to HCC 

(22)(23). CHB patients having sufficient 

vitamin D levels show better response to anti-

HBV therapy, as observed by an improved 

virological response to nucleos(t)ide 

analogues (24). Furthermore, aberrations in 

the VDR gene, specifically VDR FokI 
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polymorphisms, are associated with 

increased susceptibility to HBV infection and 

an increased risk of HCC (25)(26). Taken 

together, these clinical findings strongly 

support the role of vitamin D and its induced 

VDR-pathway in regulating HBV activity 

and HBV-related liver disease. These 

observations have been primarily attributed 

to the ability of vitamin D to improve the 

innate and adaptive immune response of the 

host (27)(28). The presence of VDREs in the 

HBV genome and the regulation of its 

promoters directly through the VDR-

signaling pathway has not been explored. 

Here, we hypothesized that vitamin D can 

regulate HBV promoter activity directly 

through its signaling pathway, therefore 

potentially altering transcription, translation 

of viral proteins and ultimately HBV 

replication. Our hypothesis is supported by 

numerous studies which have shown that 

other members of the NR superfamily 

including PPAR, RXR, FXR, HNF4 and 

TR4 can directly bind and regulate 

transcription from the HBV genome 

(29)(30)(31)(32). Furthermore, VDR has 

been previously suggested to directly bind 

and alter viral promoter activity in HIV-1 

(33). 

In this study, we tested the ability of calcitriol 

to regulate HBV promoters directly. We 

demonstrated that calcitriol  negatively 

regulates only the HBV-core promoter. We 

then screened the core promoter for the 

presence of functional VDREs and tested 

their role in the calcitriol-mediated inhibition 

of the core promoter. We further use binding 

assays to better understand the mechanism by 

which calcitriol and its target receptors inhibit 

the core promoter. Finally, we study the 

effect of calcitriol in context of the whole-

HBV genome, for its ability to regulate HBV-

core promoter transcripts (pgRNA and 

pcRNA), HBV secretory proteins (HBsAg 

and HBeAg) and HBV virion secretion in 

different HBV cell culture models.  

RESULTS 

HBV-core promoter is selectively supressed 

by calcitriol 

Luciferase reporter assays were performed to 

test the effect of calcitriol on the activity of 

each of the four HBV promoters in three 

hepatic cell lines: HepG2, Huh7 and 

HepG2.2.15. Before conducting these 

experiments, we wanted to ensure these cell 

lines respond to the vitamin D-activated 

VDR-pathway. For this purpose, we studied 

the expression of CYP24A1, a host gene that 

is known to be transactivated by VDRE-

VDR/RXR interactions in its promoter 

(34)(35)(36). We observed a significant 

increase in the expression of CYP24A1 

mRNA by qPCR in all the 3 hepatic cell lines 

in the presence of 10 nM calcitriol, 

confirming that the vitamin D signaling-

pathway is active in all the three cell lines 

used in this study (Fig. S2).    

Each of the four HBV promoters (i.e. HBV-

core promoter, PreS1 promoter, PreS2/S 

promoter and HBx promoter) were cloned 

separately into the PGL3-basic construct, 

upstream of the luciferase reporter gene (Fig. 

1A). The activity of each of the 4 HBV 

promoters was assessed using luciferase 

reporter assays. The addition of 10 nM 

calcitriol led to a significant reduction in the 

HBV-core promoter activity in all the three 

cell lines; while the other HBV promoters 

were not affected (Fig. 1B, 1C and 1D). It 

should be noted that the HepG2.2.15 cells 

contains two head-to-tail dimers of the HBV 

type ‘D’ genome (37). Therefore, the HBV 

transcripts and proteins constitutively 

expressed in HepG2.2.15 did not affect the 

calcitriol-mediated inhibition of the HBV-

core promoter in reporter assays.  

The HBV-Core promoter contains a highly 

conserved cluster of putative VDREs 

Eight consensus sequences representing each 

of the HBV genotypes (A to H) were 
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generated from the sequences (n=5757)  

available in the HBV database 

(https://hbvdb.lyon.inserm.fr/HBVdb/HBVd

bIndex) (38). We screened for DR-3 type 

VDREs in the sense and anti-sense strand of 

HBV-core promoter in these consensus 

sequences, using the criterion described in 

the methods section. The results have been 

graphically represented as the number of 

putative VDREs in a sliding window of 25-

basepairs along the consensus sequence of 

the HBV-core promoter for each genotype. A 

peak corresponding to a cluster of 3 or more 

putative VDREs was identified within 

upstream regulatory region (URR) of the 

HBV-core promoter in all HBV genotypes, 

with the exception of genotype ‘G’ which had 

no VDREs (Fig. 2A). Only genotype ‘B’ had 

an additional putative VDRE on its antisense 

strand.  

All experiments in this study were carried out 

with HBV genotype ’D’ (HBV serotype 

ayw). It contains a total of 3 putative VDREs 

clustered in a window of 24 nucleotides 

(from 1724 to 1748; numerical coordinates 

on HBV genome as per GenBank Sequence 

V01460.1). The position and sequence of the 

VDREs in HBV genotype ’D’ have been 

described in Table S1.  

Analysis of all genotype ‘D’ sequences in the 

HBV database (n=1068) revealed that the 

presence of a VDRE-cluster in the core 

promoter was consistent, with over 95% of 

the sequences having at least 3 VDREs 

clustered together in the core promoter. In 

fact, >94% of all sequences (n=5757) of all 

HBV genotypes (A, B, C, D, E, F and H) had 

3 or more VDREs clustered together in the 

core promoter, with the exception genotype 

‘G’ in which majority of sequences did not 

contain any VDREs (Fig. 2B). Further 

analysis of the 24-nucleotide sequence 

carrying the VDRE-cluster showed that it 

was highly conserved at each position across 

HBV genotypes A-H, with the exception of 

genotype ‘G’ (Fig. 2C). This is consistent 

with our findings using the consensus 

sequence of genotypes A-H (Fig. 2A) and 

those with each sequence within genotypes 

A-H (Fig. 2B), where we observe VDREs are 

conserved across HBV genotypes other than 

genotype ‘G’. Taken together, these findings 

show that VDREs are consistently observed 

in the HBV-core promoter and the region in 

which they cluster is highly conserved. 

Disrupting VDREs in the HBV-core 

promoter abrogates calcitriol-mediated 

suppression  

We then wanted to test whether calcitriol-

mediated suppression of the HBV-core 

promoter occurred through the identified 

VDREs. To that end, we created mutations in 

the HBV-core promoter to disrupt VDREs, 

while ensuring motifs binding other 

transcription factors were unaltered. Detailed 

analysis revealed that the identified VDRE-

cluster was in close proximity to numerous 

important Nuclear Receptor Response 

Elements (NRRE) and overlapped with two 

Sp1 binding sites (Fig. 3A) 

(29)(32)(39)(40)(41). Mutating Sp1 sites has 

been previously shown to almost completely 

inhibit transcription from the HBV-core 

promoter, hence this restricted the number of 

bases that could be altered to 2 (1739 and 

1740; underlined bases in Fig. 3A) for the 

purpose of disrupting VDREs in the cluster 

(41) (please see methods section for details 

on the mutations disrupting VDREs).  

The activity of mutated HBV-core promoter 

was compared to that of the wildtype HBV-

core promoter in the presence or absence of 

calcitriol in HepG2, Huh7 and HepG2.2.15 

cell lines using luciferase assays. As 

observed earlier, expression of the wildtype 

HBV-core promoter (Core wildtype) was 

significantly reduced in the presence of the 

ligand. However, there was no significant 

change in the activity of the mutated HBV-

core promoter (Core Mutant) in the presence 

of calcitriol in the 3 hepatic cell lines (Fig. 
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3B, 3C and 3D). These findings showed that 

disrupting the identified VDREs abrogated 

the calcitriol-mediated suppression of the 

HBV-core promoter.  

In silico analysis showed that the HBV 

genotype ‘G’ did not contain the identified 

VDREs (Fig. 2A). Hence we wanted to test 

the effect of calcitriol on the core promoter of 

this naturally occurring HBV variant lacking 

VDREs. The core promoter activity of HBV 

genotype ‘G’ remained unaffected in the 

presence of calcitriol in luciferase reporter 

assays in the three hepatic cell lines; thus 

further supporting our findings that calcitriol 

acts through the identified VDRE-cluster to 

regulate HBV-core promoter activity (Fig. 

S3A, S3B and S3C). 

VDR binds to the identified HBV VDRE 

cluster to regulate HBV-core promoter 

activity 

Having demonstrated that calcitriol acts 

through the identified HBV VDREs to 

suppress core promoter activity, we went on 

to perform gel shift assays to investigate 

whether VDR/RXR interacts directly with 

the HBV VDRE-cluster. A fragment of the 

Rat pit-1 promoter carrying an established 

VDRE known to bind VDR and RXR was 

used as a procedural positive control for the 

electrophoretic mobility shift assay (EMSA; 

Fig. S4) (42).  

Fluorescently labelled (6-FAM), double-

stranded probes carrying the VDRE-cluster 

of the HBV-core promoter (Fig. 4A) were 

incubated with in vitro translated (IVT) VDR 

and/or RXR to study their binding. We 

observed that VDR interacts with the HBV 

VDRE-cluster independent of RXR (lane 4, 

Fig. 4B). RXR alone could not interact with 

the HBV VDRE-cluster (lane 3, Fig. 4B). 

Furthermore, addition of unlabelled double-

stranded oligonucleotides caused a 

concentration dependent reduction in the 

complex formed, confirming that the 

observed band corresponds specifically to the 

VDR-probe interaction (lane 6 and lane 7, 

Fig. 4B). 

We also performed ChIP to assess the 

interaction of VDR and RXR with the HBV-

core promoter in HepG2 cells transfected 

with the greater-than-genome-length HBV 

construct in the presence or absence of 

calcitriol. The chromatin from these cells was 

extracted and genetic material bound to VDR 

or RXR was pulled-down using their 

respective antibodies, followed by its 

quantitation by qPCR (see methods section 

for details). We observed approximately a 

3.5-fold increase in binding of VDR to the 

HBV-core promoter in the presence of 

calcitriol (Fig. 4C). However no significant 

enrichment of RXR was observed at the 

HBV-core promoter in the presence of the 

ligand, thereby further supporting our finding 

that VDR interacts the HBV-core promoter 

independent of RXR (Fig. 4D). The 

CYP24A1 promoter contains established 

VDREs known to bind VDR and RXR and 

hence served as a positive control 

(34)(35)(36). We observed an increased 

binding of both VDR and RXR at the 

CYP24A1 promoter in the presence of 

calcitriol, demonstrating that the canonical 

vitamin D-signaling pathway is active in 

these cells. The HBV preS1 promoter did not 

have any putative VDREs and served as a 

negative control for this experiment. No 

significant enrichment of VDR and RXR was 

observed at the PreS1 promoter. Taken 

together, these results indicate that VDR 

binds to the HBV VDRE-cluster in a RXR 

independent manner to suppress HBV-core 

promoter activity. As observed in the HBV-

core promoter, non-canonical RXR-

independent binding of VDR has been 

previously shown to supress promoter 

activity (16)(17)(18)(19). 
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Calcitriol suppresses transcription and 

translation from the HBV-core promoter in 

the full-length HBV Genome 

The HBV-core promoter gives rise to two 

transcripts, (i) pgRNA and the (ii) pcRNA. 

They have been observed to express co-

ordinately as well as distinctly from each 

other. Therefore the HBV-core promoter has 

been considered to function as two 

independent promoters regulating two 

distinct transcripts (39). Hence, we assessed 

the calcitriol-mediated regulation of both 

pgRNA and pcRNA in HepG2, Huh7 and 

HepG2.2.15 cell lines, as well as in HepG2-

NTCP cells infected with HBV. It should be 

noted that these cell lines represent three 

different HBV cell culture models, (i) 

greater-than-genome-length HBV 

transfection model (in HepG2 and Huh7 

cells), (ii) stably integrated HBV-genome 

model (HepG2.2.15 cells) and (iii) HBV 

infection model, in which HepG2.2.15 

derived HBV was used to infect HepG2-

NTCP cells. The addition of calcitriol led to a 

significant reduction in pcRNA (Fig. 5A) and 

pgRNA (Fig. 5B) levels in all 3 models. We 

further quantitated the HBeAg secreted using 

ELISA and observed a similar reduction in 

this translated-product of pcRNA in the 

presence of calcitriol (Fig. 5C). We also 

observed a similar reduction in HBsAg 

secretion by ELISA in the presence of the 

ligand (Fig.5D). Taken together, these results 

further support that calcitriol negatively 

regulates HBV-core promoter activity, as 

observed by reduction of HBV pcRNA and 

pgRNA transcripts in three different HBV-

cell culture models. We also show that 

calcitriol inhibits the production of secretory 

HBeAg and HBsAg. It should be noted that 

both these secretory proteins have been 

linked to poor disease prognosis in HBV 

infection (8)(9)(10)(11)(12)(13).  

 

Calcitriol does not lead to a significant 

reduction in virion secretion  

Clinical studies indicate vitamin D inhibits 

HBV activity (20)(21). Here we tested the 

effect of calcitriol on HBV virion secretion in 

vitro. We captured secreted virions from the 

supernatant of cells, (i) either transfected 

with greater-than-genome-length constructs 

of HBV (HepG2 and Huh7), (ii) having an 

integrated HBV genome (HepG2.2.15) or 

(iii) infected with HBV (HepG2-NTCP) in 

the presence of calcitriol, as described above. 

The DNA from the captured virions was 

isolated and quantitated by qPCR. We 

observed that virion secretion in each of the 

models was marginally reduced (by up to 

12%) in the presence of calcitriol, but this 

reduction was not statistically significant in 

any of the models (Fig. 5E). 

 

DISCUSSION 

The antiviral mechanisms of vitamin D are 

poorly understood and is generally attributed 

to its ability to regulate host 

immunomodulatory genes by vitamin D-

activated VDR-pathways, thereby 

strengthening host immune response 

(27)(28)(43)(44). However in this study, we 

demonstrate that vitamin D signaling acts 

directly through a VDRE-cluster in the HBV-

core promoter suppressing key HBV 

transcripts and HBV proteins. This study 

hence conceptually advances our current 

understanding of the antiviral role of vitamin 

D and highlights the ability of VDR to bind 

to VDREs in the virus genome to suppress 

virus activity.   

We demonstrated that calcitriol  negatively 

regulated HBV-core promoter activity in 

three hepatic cell lines (Fig. 1), while the 

other HBV promoters were unaffected. We 

then screened the HBV-core promoter for 

DR3-type VDREs in silico and identified a 

conserved cluster of three overlapping 
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VDREs (1724-1748) in the URR of the HBV-

core promoter. Studies have identified HBV-

core promoter mutants having unique clinical 

pathogenesis. Some of these mutations, for 

instance that at 1741, overlap with the 

identified VDREs (45). Studying VDR-

VDRE interactions in relevant core promoter 

mutants may help us better understand the 

basis of differences in the unique clinical 

outcomes associated with these variants. 

The VDREs in the HBV-core promoter were 

highly conserved across HBV genotypes ‘A-

H’, with the exception of genotype ‘G’ which 

had no VDREs (Fig. 2A). Our findings 

suggest that the absence of VDREs 

(occurring naturally in HBV genotype 'G' 

core promoter; Fig. S3) or the disruption of 

VDREs (by mutations introduced in HBV 

genotype ‘D’; Fig. 3) in the HBV-core 

promoter render it non-responsive to vitamin 

D-signaling. These results confirm that 

vitamin D regulates the HBV-core promoter 

through the identified VDRE-cluster in the 

HBV genome and also validates our in silico 

method for identifying VDREs. The ability of 

vitamin D to inhibit viral genes directly 

through VDREs in the virus genome has not 

been reported previously.   

A complex network of host nuclear factors 

regulate HBV-core promoter activity. Some 

of these factors are ubiquitous, such as Sp1 

and Tata Binding Protein (TBP), while others 

such as hepatocyte nuclear factor-3 (HNF-3) 

and HNF-4 are specifically enriched in the 

liver (45)(46). In this study we identify VDR, 

another ubiquitous member of this 

superfamily of NRs which binds and 

regulates the HBV-core promoter. 

Conventionally, VDR heterodimerizes with 

RXR to bind DR3-type VDREs to activate 

gene expression. In contrast, we demonstrate 

that ligand activated VDR binds to the 

VDRE-cluster in the HBV-core promoter 

independent of RXR (Fig. 4B, 4C and 4D). 

This non-canonical RXR-independent 

binding of VDR to VDREs has previously 

been reported to suppress gene expression 

(16)(17)(18)(19). In keeping with these 

findings, we also observe that the RXR-

independent binding of VDR to the HBV-

core promoter leads to its inhibition.  

The addition of calcitriol led to a significant 

decrease in transcription of pgRNA and 

pcRNA (Fig. 5A and 5B). Furthermore, 

calcitriol significantly inhibited HBeAg and 

HBsAg secretion in the 1.3X HBV genome 

transfection model, the integrated HBV-

genome model and the in vitro HBV infection 

model (Fig. 5C and 5D); this is keeping with 

previous studies that have linked core 

promoter activity to HBeAg and HBsAg 

levels (41)(47)(48)(49). Clinical studies have 

linked higher levels of HBV secretory 

proteins with increased risk of liver fibrosis, 

progression to HCC and poorer clinical 

outcomes (8)(9)(10)(11)(12)(13). Numerous 

studies have identified cellular mechanisms 

by which these HBV secretory proteins can 

lead to the development of HCC 

(50)(51)(52)(53)(54). In addition, reduction 

in HBsAg levels and loss of HBeAg have 

been used as therapeutic end points (55)(56). 

The pathogenic role of HBeAg and HBsAg 

highlights the clinical significance of vitamin 

D-mediated suppression of these HBV 

proteins and merits further investigation on 

supplementation of this micronutrient along 

with anti-HBV therapies to improve 

prognosis in CHB.   

In this study we observe a marginal reduction 

in virion secretion in the presence of 

calcitriol, however this reduction was not 

statistically significant (Fig. 5E). HBV 

pgRNA serves as a vital replicative 

intermediate in the HBV lifecycle, hence its 

levels are directly linked to HBV replication, 

thereby virion secretion. In contrast, HBeAg 

has been shown to inhibit HBV replicative 

activity in cell culture models (57)(58). The 

reduced HBeAg levels in the presence of 

vitamin D may augment to HBV replication, 

enhancing virion production and secretion; 

Jo
urn

al 
Pre-

pro
of



 8 

thus masking the impact of decreased HBV 

pgRNA levels on virion secretion. 

Furthermore, numerous host genes have been 

shown to regulate HBV transcription and 

translation. Many host genes are involved in 

important stages of the HBV lifecycle, such 

as viral particle assembly and secretion (59). 

Vitamin D and its target receptors have been 

previously shown to extensively alter the 

cellular transcriptome and regulate numerous 

cellular processes (60). Vitamin D may affect 

crucial host genes involved in the HBV 

lifecycle. For instance, cdc2-like kinase 

(CDK2) is involved in core protein 

phosphorylation, a process which is essential 

for virion assembly (61). Studies have shown 

that calcitriol suppresses CDK2 activity, and 

therefore can potentially inhibit HBV 

assembly (62)(63). This may at least in part 

explain the lack of significant inhibition of 

virion secretion in vitro. 

The liver plays a pivotal role in metabolism 

in the body, hence hepatocytes have the 

ability to quickly respond to the availability 

of nutrients and micronutrients by altering its 

gene expression profile through various 

transcription factors. Shlomai et al. proposed 

HBV to be a model of a ‘metabolovirus’; they 

suggest that HBV couples its transcriptional 

and replicative activity to nutritional cues 

using these transcription factors. For 

instance, metabolic genes such as PEPCK 

and G6Pase activated during 

gluconeogenesis, can also enhance HBV 

replication (64). FXR is another NR which 

can regulate transcriptional activity of the 

HBV-core promoter, and its expression is 

enhanced during starvation (31). We propose 

micronutrients should also be added to this 

model for their ability to regulate HBV 

activity. Studies have implicated the potential 

role of vitamin A (through RXR) (30)(65) 

and vitamin E in regulating HBV replication 

(66)(67). In this study we show vitamin D is 

an important micronutrient which can 

regulate HBV activity. Taken together these 

studies highlight the importance of nutrition 

in managing hepatitis B. 

In summary, we identified functional VDREs 

within the HBV-core promoter which can 

directly bind VDR non-canonically in a 

RXR-independent manner leading to 

suppression of HBV activity in (a) reporter 

assays, (b) 1.3x HBV constructs in liver cells, 

(c) a hepatic cell line with stably integrated 

HBV genome and (d) in an in vitro HBV 

infection model. Vitamin D signaling through 

VDREs in the HBV-core promoter leads to a 

reduction in HBV transcripts (HBV pgRNA 

and HBV pcRNA) and HBV proteins 

(HBeAg and HBsAg) (Fig. 6). The 

identification of VDR as a novel host factor 

regulating HBV-core promoter activity, 

advances our current understanding of HBV-

host interactions. Of note, the ability of 

vitamin D to reduce HBeAg and HBsAg 

levels suggests a potential role for this 

micronutrient as a supplement along with 

anti-viral therapies for HBV. Most of our 

understanding of the antiviral role for vitamin 

D is limited to its ability to modulate host 

genes, primarily immune response genes. In 

contrast, this work sheds light on how 

vitamin D signaling may directly impact 

virus activity through VDREs present in virus 

genomes. Our results lay the groundwork for 

further studies on mapping of VDREs in 

virus genomes and understanding their 

biological role.   

 

EXPERIMENTAL PROCEDURES 

Cell Culture, Transfection and Calcitriol 
Treatment 

HepG2, Huh7 and HepG2.2.15 cells were 

grown in DMEM (Gibco) supplemented with 

10% FBS (Gibco), 2mM L-glutamine 

(Himedia Laboratories Pvt Ltd) and 

Penicillin-Streptomycin solution (100 U/ml 

each; Gibco) at 37oC and 5% CO2. 

Transfection was done using Lipofectamine 
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2000 (Invitrogen) as per the manufacturer’s 

protocol. We added 10 nM of calcitriol 

(Sigma) dissolved in 95% ethanol or vehicle-

control (95% ethanol) to the medium 

immediately after transfection. 

HepG2-hNTCP-C4 cells constitutively 

express the sodium taurocholate co-

transporting polypeptide (NTCP) membrane 

transporter required for HBV internalization, 

thus making these cells susceptible to HBV 

infection. These cells were grown in 

DMEM/F-12 + GlutaMax (Gibco) 

supplemented with 10mM HEPES (Gibco), 

200 units/mL penicillin, 200µg/mL 

streptomycin, 10% FBS (Gibco), 50 µM 

hydrocortisone (Sigma), 5 µg/ml insulin 

(Gibco) and 400 µg/mL G418 (Himedia 

Laboratories Pvt Ltd, TC025), as described 

previously (68). 

HBV Preparation and Infection 

HBV derived from HepG2.2.15 cells 

(Genotype ‘D’) was used to infect HepG2-

NTCP cells as described previously (69). 

Briefly, media from HepG2.2.15 cells grown 

in T-175 flask was harvested every 3 days, 

cleared by centrifugation and then 

precipitated with PEG8000 (Promega, 

V3011) and 2.3% NaCl. The precipitate 

containing HBV was washed and 

resuspended in media at 200-fold 

concentration, followed by quantitation of the  

HBV DNA by real-time PCR (see Table S2 

for details on primers).  

HepG2-hNTCP-C4 cells were infected in 6-

well plates at 1 x 106 genome equivalents 

(GEq)/cell in infection media (complete 

media used for culturing HepG2-hNTCP-C4 

cells described above, supplemented with 4% 

PEG8000 and 2% DMSO) for 24 hours (70). 

Following the incubation, the cells were 

washed thrice and grown in culture media in 

the presence of 10 nM calcitriol or vehicle-

control. 

Real-Time PCR Assays 

RNA was extracted 24 hours after addition of 

calcitriol using RNeasy Mini Kit (Qiagen) as 

per manufacturer’s protocol. DNsae-I treated 

(New England Biolabs) RNA (1 g) was used 

for cDNA synthesis using iScript cDNA 

synthesis kit (Bio-rad). Faststart essential 

DNA green master (Roche) was used for real-

time PCR, with appropriate primers (see 

Table S2). A standard curve was prepared to 

determine the absolute quantity of GAPDH, 

pcRNA and HBV-core promoter transcripts. 

The amount of pgRNA was calculated by 

subtractive analysis (pgRNA = Core 

promoter transcripts – pcRNA). pgRNA and 

pcRNA levels were normalized to that of 

GAPDH(71)(72)(73). 

Luciferase Assay 

Cells seeded in 24-well plates were 

transfected with 0.49 g of luciferase reporter 

construct (PGL3 vector carrying promoter of 

interest) and 0.01g of pRL-TK (internal 

control) per well. Vehicle or 10 nM calcitriol 

was added immediately after transfection. 

The cells were processed and luminescence 

was measured 24 hours after ligand treatment 

using the dual luciferase reporter assay 

system (Promega) according to 

manufacturer's protocol. 

In silico VDRE Identification and 

Conservation Analysis 

Whole-genome consensus sequences for each 

HBV genotype [‘A’ (n=874), ‘B’ (n=1754), 

‘C’ (n=1438), ‘D’ (n=1068), ‘E’ (n=302), ‘F’ 

(n=257), ‘G’ (n=39) and ‘H’ (n=25)] were 

generated using sequences available in the 

HBV Database (38). This was done using 

MAFFT offline program with G-INS-i 

strategy and an in-house Python code 

(74)(75). The consensus core promoter of 

each genotype was screened for VDREs 

using another Python code developed in our 

lab (Available on GitHub at: 

https://github.com/divyachoudhary2809/VD

RE_). The code was designed to screen for 

DR-3 type VDREs with the consensus 
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sequence RGDKYR (R = G or A, D = A,G or 

T, K = G or T, Y = C or T) tolerating up to 1 

mismatch from this sequence, with the 

exception of G at the second position. This 

criterion was selected based on previous 

reports (76)(77) and our analysis of 

functionally verified VDREs. For 

conservation analysis, alignments for the 

VDRE containing region in each genotype 

was generated using MAFFT, and further 

analyzed using a python code (74)(75). 

Plasmid Constructs and Cloning 

The greater-than-genome-length (1.3X) of 

the HBV genotype ’D’ cloned into pSLIRES-

11 construct was a gift from Dr. Syed Naqui 

Kazim (Jamia Millia Islamia, New Delhi, 

India). pSG5-hVDR and pSG5-hRXR used 

for in vitro translation in the gel shift assays 

were kind gifts from Dr. Peter Jurutka 

(Arizona State University, USA) and Dr. 

Christopher Sinal (Dalhousie University, 

Canada) (78)(79). 

The regions corresponding to the (i) HBV-

Core promoter (ii) PreS1 promoter (iii) 

PreS2/S promoter and (iv) HBx promoter 

were amplified separately by PCR from the 

1.3X HBV genome construct (genotype ‘D’) 

using appropriate primer pairs given in Table 

S2 (80). The promoter amplicons were 

digested and inserted between KpnI and SacI 

(New England Biolabs) sites upstream of the 

luciferase reporter gene in the pGL3-basic 

construct. The consensus HBV genotype ‘G’ 

core promoter sequence (Fig. S5A) was 

purchased as a double-stranded synthetic 

fragment (GeneArt strings; ThermoFisher) 

and inserted between KpnI and XhoI (New 

England Biolabs) sites in the PGL3-basic 

construct for luciferase reporter assays.  

Modification of the HBV-core promoter in 

the PGL3-basic construct was done as 

described previously (81). Overlapping 

primers carrying the desired modifications so 

as to disrupt the VDRE-cluster are provided 

in Table S2. A combination of a point 

mutation (G to A at 1740) and a deletion (T 

at 1739) introduced in the wildtype PGL3-

Core promoter disrupted the original 

sequences of all three VDREs in this cluster, 

while ensuring the overlapping Sp1 binding 

sites were intact (Fig. 3A). 

Gel-Shift Assay 

Hybridized double-stranded oligonucleotides 

corresponding to the VDREs in (a) Rat Pit-1 

gene promoter (a human gene known to 

contain VDREs and regulated by vitamin D; 

positive control) and (b) HBV-core VDRE-

cluster were procured from Integrated DNA 

Technologies (IDT). The oligonucleotides 

used were 5’ 6-FAM labelled or unlabeled 

(competitor oligonucleotide). The sequence 

of the probes used are: Rat Pit-1 VDRE – 

AAAACAGAAGTTCATGAGAGTTCATG

GGGATT and HBV-Core VDRE-cluster - 

TAAAGACTGGGAGGAGTTGGGGGAG

GAGATT. pSG5-hRXR construct, pSG5-

hVDR construct and the pSG5 vector were 

used to prepare hRXR Alpha, hVDR and cell 

extract (negative control) by in vitro 

translation using the TnT Quick Coupled 

Transcription/Translation System (Promega) 

as per the manufacturer’s protocol. The in 

vitro translated protein was incubated at 26oC 

for 10 minutes in a binding buffer [10 mM 

HEPES (pH 7.9), 150 mM KCl, 1 mM 

dithiothreitol, 0.2 μg/μl of poly(dI-C), 5% 

glycerol] in a total volume of 20l. This was 

followed by addition of the desired 6-FAM 

probe to the IVT product to a final 

concentration of 5nM and further incubation 

at 240C for 30 minutes. The probe-protein 

complex was resolved on a non-denaturing 

8% (w/v) polyacrylamide gel in 0.5X TBE 

(Himedia Laboratories Pvt Ltd.). Cold 

unlabelled competitor oligonucleotides were 

added at the same time as the 6-FAM probe, 

when required as indicated. 

Chromatin Immunoprecipitation (ChIP) 

HepG2 cells were grown in T75 flasks to a 

confluency of about 90% and transfected 
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with 1.3X HBV genome construct. Vehicle or 

10nM calcitriol was added immediately after 

transfection. Cells were processed after 24 

hours using the EZ-ChIP Chromatin 

Immunoprecipitation Kit (Millipore) as per 

the manufacturer’s protocol. Briefly, cells 

treated with 1% formaldehyde were washed, 

pelleted and lysed to release chromatin. The 

cell lysate was sonicated using Bioruptor Plus 

Sonication System (Diagenode) for 4 X 10 

cycles, for 30s ON/30s OFF at “high” setting 

to obtain DNA ranging from 200bp -1000bp. 

The sheared chromatin was incubated with 

anti-VDR antibody (Abcam, ab3508), anti-

RXRa antibody (Cell Signalling Technology, 

D6H10) or Rabbit IgG (Thermo Fisher 

Scientific, 02-6102). Protein G Agarose 

beads were added to each sample the next day 

for 1 hour at 4oC to bind the antibody-

chromatin complex, which was later eluted in 

the presence of 1% SDS and 0.1M NaHCO3. 

Finally, the DNA-protein cross-linking was 

reversed in presence of 200nM NaCl at 65oC 

for 4 hours  and the DNA was subsequently 

purified using spin columns provided in the 

kit. Real-time PCRs were performed with 

primers listed in Table S2 to quantitate the 

immunprecipitated target DNA.  

Virion Estimation 

HBV virion estimation was done using a 

technique previously developed in our lab, 

with a few modifications (82). HepG2, Huh7 

(transfected with 1.3X HBV genome 

construct), HepG2.2.15 and HepG2-NTCP 

(infected with HBV) cells were grown in 6 

well-plates in the presence of 10nM calcitriol 

or vehicle. The supernatant from each sample 

was collected 72 hours after transfection and 

added to four wells of HBsAg ELISA plates 

(MONOLISA, Bio-rad). 150l of 

supernatant was added to each well of the 

HBsAg ELISA plate, along with DNaseI 

(New England Biolabs) and incubated for 2 

hours at 37oC for immuno-capture of the viral 

particles. Each well was washed 5 times with 

1XPBS (Himedia Laboratories Pvt Ltd.) and 

further treated with 25l proteinase K per 

well. The captured virions were lysed and the 

virion-associated DNA was isolated using 

QIAamp DNA Mini Kit (Qiagen) as per the 

manufacturer’s suggested protocol. Virion-

associated DNA was quantitated by RT-PCR 

using the primers given in Table S2.  

Estimation of Secretory HBsAg and HBeAg 

HepG2 and Huh7 cell lines were transfected 

with 1.3X HBV genome construct, while 

HepG2.2.15 contains stably integrated HBV. 

HepG2-NPCP cells were infected with HBV 

as described above. Vehicle or 10nM 

calcitriol was added immediately after 

transfection or infection, and the supernatant 

was collected after 48 hours. The supernatant 

was appropriately diluted in 1XPBS to ensure 

absorbance values are in the linear range. 

Secreted HBsAg was quantitated using 

HBsAg ELISA plates (MONOLISA, Bio-

rad), while HBeAg was quantitated on 

HBeAg ELISA plates (Diasorin) as per the 

manufacturer’s instructions (83).  

Statistical Analysis 

All data was generated with atleast 3 

independent experiments (n=3). The data was 

analyzed using using the Student's t-test and 

P values <0.05 were considered significant. 

 

DATA AVAILABILITY  

The python code used for detection of VDREs is freely available for download at GitHub: 
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supplementary materials. All constructs prepared in this manuscript are available on request to the 

corresponding author. 

 

SUPPORTING INFORMATION 

This article contains supporting information. 

 

ACKNOWLEDGMENTS 

We would like to thank Dr. Peter Jurutka (Arizona State University, USA) and Dr. Christopher 

Sinal (Dalhousie University, Canada) for gifting us the hVDR and hRXR expression plasmids used 

in this study. We would also like to thank Dr. Syed Naqui Kazim (Jamia Millia Islamia, New 

Delhi, India) for gifting us with HBV genotype ‘D’ 1.3X construct. 

 

FUNDING AND ADDITIONAL INFORMATION 

This work is supported by intramural funding from Indian Institute of Technology Delhi, New 

Delhi, India (MI02158G). The funders had no role in study design, data collection and 

interpretation, or the decision to submit the work for publication. 

 

CONFLICT OF INTEREST 

The authors declare that they have no conflicts of interest with the contents of this article. 

 

REFERENCES 

1.  MacLachlan, J. H., and Cowie, B. C. (2015) Hepatitis B virus epidemiology. Cold Spring 

Harb. Perspect. Med. 5, a021410 

2.  Yang, P., Markowitz, G. J., and Wang, X.-F. (2014) The hepatitis B virus-associated tumor 

microenvironment in hepatocellular carcinoma. Natl. Sci. Rev. 1, 396–412 

3.  Rapti, I., and Hadziyannis, S. (2015) Risk for hepatocellular carcinoma in the course of 

chronic hepatitis B virus infection and the protective effect of therapy with nucleos(t)ide 

analogues. World J. Hepatol. 7, 1064–1073 

4.  Hoan, N. X., Tong, H. Van, Song, L. H., Meyer, C. G., and Velavan, T. P. (2018) Vitamin 

D deficiency and hepatitis viruses-associated liver diseases: A literature review. World J. 

Gastroenterol. 24, 445–460 

5.  Mitra, B., Thapa, R. J., Guo, H., and Block, T. M. (2018) Host functions used by hepatitis 

B virus to complete its life cycle: Implications for developing host-targeting agents to treat 

chronic hepatitis B. Antiviral Res. 158, 185 

6.  Lamontagne, R. J., Bagga, S., and Bouchard, M. J. (2016) Hepatitis B virus molecular 

biology and pathogenesis. Hepatoma Res. 2, 163–86 

7.  Vivekanandan, P., and Singh, O. V. (2010) Molecular methods in the diagnosis and 

Jo
urn

al 
Pre-

pro
of



 13 

management of chronic hepatitis B. Expert Rev. Mol. Diagn. 10, 921–935 

8.  Tseng, T. C., Liu, C. J., Yang, H. C., Su, T. H., Wang, C. C., Chen, C. L., Hsu, C. A., Fang-

Tzu Kuo, S., Liu, C. H., Chen, P. J., Chen, D. S., and Kao, J. H. (2013) Serum hepatitis B 

surface antigen levels help predict disease progression in patients with low hepatitis B virus 

loads. Hepatology. 57, 441–450 

9.  Larsson, S. B., Eilard, A., Malmström, S., Hannoun, C., Dhillon, A. P., Norkrans, G., and 

Lindh, M. (2014) HBsAg quantification for identification of liver disease in chronic 

hepatitis B virus carriers. Liver Int. 34, e238–e245 

10.  Hong, M.-Z., Huang, W.-Q., Min, F., Xu, J.-C., Lin, Z., Fang, K.-N., and Pan, J.-S. (2014) 

Enhanced HBsAg synthesis correlates with increased severity of fibrosis in chronic hepatitis 

B patients. PLoS One. 9, e87344 

11.  Vo, T. T., Poovorawan, K., Charoen, P., Soonthornworasiri, N., Nontprasert, A., Kittitrakul, 

C., Phumratanaprapin, W., and Tangkijvanich, P. (2019) Association between hepatitis B 

surface antigen levels and the risk of hepatocellular carcinoma in patients with chronic 

hepatitis b infection: Systematic review and meta-analysis. Asian Pacific J. Cancer Prev. 

20, 2239–2246 

12.  Yang, H.-I., Lu, S.-N., Liaw, Y.-F., You, S.-L., Sun, C.-A., Wang, L.-Y., Hsiao, C. K., 

Chen, P.-J., Chen, D.-S., and Chen, C.-J. (2002) Hepatitis B e Antigen and the Risk of 

Hepatocellular Carcinoma. N. Engl. J. Med. 347, 168–174 

13.  Hou, F., Qi, X., Zhang, Y., Yoshida, E. M., Mendez-Sanchez, N., Tacke, F., Yang, S.-S., 

Yuen, M.-F., Romeiro, F. G., Mancuso, A., Liu, C.-J., Zhang, X., Wang, R., Deng, H., Li, 

J., Wang, X., Li, H., and Guo, X. (2017) Association of hepatitis B e antigen and DNA viral 

load with severity of liver dysfunction and in-hospital outcomes in hepatitis B-related liver 

cirrhosis. AME Med. J. 2, 145–145 

14.  Pike, J. W., and Christakos, S. (2017) Biology and Mechanisms of Action of the Vitamin D 

Hormone. Endocrinol. Metab. Clin. North Am. 46, 815–843 

15.  Pike, J. W. (2011) Genome-wide principles of gene regulation by the vitamin D receptor 

and its activating ligand. Mol. Cell. Endocrinol. 347, 3–10 

16.  Seoane, S., and Perez-Fernandez, R. (2006) The Vitamin D Receptor Represses 

Transcription of the Pituitary Transcription Factor Pit-1 Gene without Involvement of the 

Retinoid X Receptor. Mol. Endocrinol. 20, 735–748 

17.  Falzon, M. (1996) DNA sequences in the rat parathyroid hormone-related peptide gene 

responsible for 1,25-dihydroxyvitamin D3-mediated transcriptional repression. Mol. 

Endocrinol. 10, 672–681 

18.  Demay, M. B., Kiernan, M. S., DeLuca, H. F., and Kronenberg, H. M. (1992) Sequences in 

the human parathyroid hormone gene that bind the 1,25- dihydroxyvitamin D3 receptor and 

mediate transcriptional repression in response to 1,25-dihydroxyvitamin D3. Proc. Natl. 

Acad. Sci. U. S. A. 89, 8097–8101 

19.  Russell, J., Ashok, S., and Koszewski, N. J. (1999) Vitamin D receptor interactions with the 

Rat parathyroid hormone gene: Synergistic effects between two negative vitamin D 

response elements. J. Bone Miner. Res. 14, 1828–1837 

Jo
urn

al 
Pre-

pro
of



 14 

20.  Chen, E. Q., Bai, L., Zhou, T. Y., Fe, M., Zhang, D. M., and Tang, H. (2015) Sustained 

suppression of viral replication in improving Vitamin D serum concentrations in patients 

with chronic hepatitis B. Sci. Rep. 5, 15441 

21.  Farnik, H., Bojunga, J., Berger, A., Allwinn, R., Waidmann, O., Kronenberger, B., Keppler, 

O. T., Zeuzem, S., Sarrazin, C., and Lange, C. M. (2013) Low vitamin D serum 

concentration is associated with high levels of hepatitis B virus replication in chronically 

infected patients. Hepatology. 58, 1270–1276 

22.  Hoan, N. X., Khuyen, N., Binh, M. T., Giang, D. P., Van Tong, H., Hoan, P. Q., Trung, N. 

T., Anh, D. T., Toan, N. L., Meyer, C. G., Kremsner, P. G., Velavan, T. P., and Song, L. H. 

(2016) Association of vitamin D deficiency with hepatitis B virus - related liver diseases. 

BMC Infect. Dis. 16, 507 

23.  Wong, G. L. H., Chan, H. L. Y., Chan, H. Y., Tse, C. H., Chim, A. M. L., Lo, A. O. S., and 

Wong, V. W. S. (2015) Adverse effects of vitamin d deficiency on outcomes of patients 

with chronic hepatitis B. Clin. Gastroenterol. Hepatol. 13, 783-790.e1 

24.  Yu, R., Tan, D., Ning, Q., Niu, J., Bai, X., Chen, S., Cheng, J., Yu, Y., Wang, H., Xu, M., 

Shi, G., Wan, M., Chen, X., Tang, H., Sheng, J., Dou, X., Shi, J., Ren, H., Wang, M., Zhang, 

H., Gao, Z., Chen, C., Ma, H., Jia, J., Hou, J., Xie, Q., and Sun, J. (2018) Association of 

baseline vitamin D level with genetic determinants and virologic response in patients with 

chronic hepatitis B. Hepatol. Res. 48, E213–E221 

25.  He, Q., Huang, Y., Zhang, L., Yan, Y., Liu, J., Song, X., and Chen, W. (2018) Association 

between vitamin D receptor polymorphisms and hepatitis B virus infection susceptibility: 

A meta-analysis study. Gene. 645, 105–112 

26.  Yao, X., Zeng, H., Zhang, G., Zhou, W., Yan, Q., Dai, L., and Wang, X. (2013) The 

associated ion between the VDR gene polymorphisms and susceptibility to hepatocellular 

carcinoma and the clinicopathological features in subjects infected with HBV. Biomed Res. 

Int. 2013, 953974 

27.  Teymoori-Rad, M., Shokri, F., Salimi, V., and Marashi, S. M. (2019) The interplay between 

vitamin D and viral infections. Rev. Med. Virol. 29, e2032 

28.  He, L. J., Zhang, H. P., Li, H. J., Wang, J., and Chang, D. D. (2016) Effect of Serum Vitamin 

D Levels on Cellular Immunity and Antiviral Effects in Chronic Hepatitis B Patients. Clin. 

Lab. 62, 1933–1939 

29.  Raney, A. K., Johnson, J. L., Palmer, C. N., and McLachlan, A. (1997) Members of the 

nuclear receptor superfamily regulate transcription from the hepatitis B virus nucleocapsid 

promoter. J. Virol. 71, 1058–1071 

30.  Huan, B., and Siddiqui, A. (1992) Retinoid X receptor RXRα binds to and trans-activates 

the hepatitis B virus enhancer. Proc. Natl. Acad. Sci. U. S. A. 89, 9059–9063 

31.  Ramiere, C., Scholtes, C., Diaz, O., Icard, V., Perrin-Cocon, L., Trabaud, M.-A., Lotteau, 

V., and Andre, P. (2008) Transactivation of the Hepatitis B Virus Core Promoter by the 

Nuclear Receptor FXR . J. Virol. 82, 10832–10840 

32.  Lin, W.-J., Li, J., Lee, Y.-F., Yeh, S.-D., Altuwaijri, S., Ou, J.-H., and Chang, C. (2003) 

Suppression of Hepatitis B Virus Core Promoter by the Nuclear Orphan Receptor TR4. J. 

Jo
urn

al 
Pre-

pro
of



 15 

Biol. Chem. 278, 9353–9360 

33.  Nevado, J., Tenbaum, S. P., Castillo, A. I., Sanchez-Pacheco, A., and Aranda, A. (2007) 

Activation of the human immunodeficiency virus type I long terminal repeat by 1 ,25-

dihydroxyvitamin D3. J. Mol. Endocrinol. 38, 587–601 

34.  Pike, J. W., and Meyer, M. B. (2012) Regulation of mouse Cyp24a1 expression via 

promoter-proximal and downstream-distal enhancers highlights new concepts of 1,25-

dihydroxyvitamin D 3 action. Arch. Biochem. Biophys. 523, 2–8 

35.  Meyer, M. B., Goetsch, P. D., and Pike, J. W. (2010) A downstream intergenic cluster of 

regulatory enhancers contributes to the induction of CYP24A1 expression by 1α,25-

dihydroxyvitamin D3. J. Biol. Chem. 285, 15599–15610 

36.  Han, S., and Chiang, J. Y. L. (2009) Mechanism of vitamin D receptor inhibition of 

cholesterol 7alpha-hydroxylase gene transcription in human hepatocytes. Drug Metab. 

Dispos. 37, 469–78 

37.  Sells, M. A., Chen, M. L., and Acs, G. (1987) Production of hepatitis B virus particles in 

Hep G2 cells transfected with cloned hepatitis B virus DNA. Proc. Natl. Acad. Sci. U. S. A. 

84, 1005–1009 

38.  Hayer, J., Jadeau, F., Deléage, G., Kay, A., Zoulim, F., and Combet, C. (2013) HBVdb: A 

knowledge database for Hepatitis B Virus. Nucleic Acids Res. 41, D566 

39.  Yu, X., and Mertz, J. E. (1997) Differential regulation of the pre-C and pregenomic 

promoters of human hepatitis B virus by members of the nuclear receptor superfamily. J. 

Virol. 71, 9366–9374 

40.  Yu, X., and Mertz, J. E. (2003) Distinct Modes of Regulation of Transcription of Hepatitis 

B Virus by the Nuclear Receptors HNF4  and COUP-TF1. J. Virol. 77, 2489–2499 

41.  Li, J., and Ou, J. -h. (2001) Differential Regulation of Hepatitis B Virus Gene Expression 

by the Sp1 Transcription Factor. J. Virol. 75, 8400–8406 

42.  Rhodes, S. J., Chen, R., DiMattia, G. E., Scully, K. M., Kalla, K. A., Lin, S. C., Yu, V. C., 

and Rosenfeld, M. G. (1993) A tissue-specific enhancer confers Pit-1-dependent 

morphogen inducibility and autoregulation on the pit-1 gene. Genes Dev. 7, 913–932 

43.  Siddiqui, M., Manansala, J. S., Abdulrahman, H. A., Nasrallah, G. K., Smatti, M. K., 

Younes, N., Althani, A. A., and Yassine, H. M. (2020) Immune modulatory effects of 

vitamin d on viral infections. Nutrients. 12, 1–16 

44.  Beard, J. A., Bearden, A., and Striker, R. (2011) Vitamin D and the anti-viral state. J. Clin. 

Virol. 50, 194–200 

45.  Quarleri, J. (2014) Core promoter: a critical region where the hepatitis B virus makes 

decisions. World J. Gastroenterol. 20, 425–35 

46.  Moolla, N., Kew, M., and Arbuthnot, P. (2002) Regulatory elements of hepatitis B virus 

transcription. J. Viral Hepat. 9, 323–331 

47.  Parekh, S., Zoulim, F., Ahn, S. H., Tsai, A., Li, J., Kawai, S., Khan, N., Trépo, C., Wands, 

J., and Tong, S. (2003) Genome Replication, Virion Secretion, and e Antigen Expression of 

Naturally Occurring Hepatitis B Virus Core Promoter Mutants. J. Virol. 77, 6601–6612 

Jo
urn

al 
Pre-

pro
of



 16 

48.  He, Q., Li, W., Ren, J., Huang, Y., Huang, Y., Hu, Q., Chen, J., and Chen, W. (2016) ZEB2 

inhibits HBV transcription and replication by targeting its core promoter. Oncotarget. 7, 

16003–16011 

49.  Li, Y., Ito, M., Sun, S., Chida, T., Nakashima, K., and Suzuki, T. (2016) LUC7L3/CROP 

inhibits replication of hepatitis B virus via suppressing enhancer II/basal core promoter 

activity. Sci. Rep. 6, 1–11 

50.  Li, Y., Xia, Y., Cheng, X., Kleiner, D. E., Hewitt, S. M., Sproch, J., Li, T., Zhuang, H., and 

Jake Liang, T. (2019) Hepatitis B surface antigen activates unfolded protein response in 

forming ground glass hepatocytes of chronic hepatitis B. Viruses. 11, 386 

51.  Wang, Y., Cui, F., Lv, Y., Li, C., Xu, X., Deng, C., Wang, D., Sun, Y., Hu, G., Lang, Z., 

Huang, C., and Yang, X. (2004) HBsAg andHBx knocked into thep21 locus causes 

hepatocellular carcinoma in mice. Hepatology. 39, 318–324 

52.  Liu, Y.-P., Yang, X.-N., Jazag, A., Pan, J.-S., Hu, T.-H., Liu, J.-J., Guleng, B., and Ren, J.-

L. (2012) HBsAg inhibits the translocation of JTB into mitochondria in HepG2 cells and 

potentially plays a role in HCC progression. PLoS One. 7, e36914 

53.  Samal, J., Kandpal, M., and Vivekanandan, P. (2017) HBeAg-induced miR-106b promotes 

cell growth by targeting the retinoblastoma gene. Sci. Rep. 7, 14371 

54.  Liu, D., Cui, L., Wang, Y., Yang, G., He, J., Hao, R., Fan, C., Qu, M., Liu, Z., Wang, M., 

Chen, L., Li, H., and Guo, D. (2016) Hepatitis B e antigen and its precursors promote the 

progress of hepatocellular carcinoma by interacting with NUMB and decreasing p53 

activity. Hepatology. 64, 390–404 

55.  Liaw, Y. F. (2009) HBeAg seroconversion as an important end point in the treatment of 

chronic hepatitis B. Hepatol. Int. 3, 425–433 

56.  zu Siederdissen, C. H., and Cornberg, M. (2014) The role of HBsAg levels in the current 

management of chronic HBV infection. Ann. Gastroenterol. 27, 105–112 

57.  Samal, J., Kandpal, M., and Vivekanandan, P. (2015) Hepatitis B “e” antigen-mediated 

inhibition of HBV replication fitness and transcription efficiency in vitro. Virology. 484, 

234–240 

58.  Lamberts, C., Nassal, M., Velhagen, I., Zentgraf, H., and Schröder, C. H. (1993) Precore-

mediated inhibition of hepatitis B virus progeny DNA synthesis. J. Virol. 67, 3756–3762 

59.  Mitra, B., Thapa, R. J., Guo, H., and Block, T. M. (2018) Host functions used by hepatitis 

B virus to complete its life cycle: Implications for developing host-targeting agents to treat 

chronic hepatitis B. Antiviral Res. 158, 185–198 

60.  Martínez-Sena, T., Soluyanova, P., Guzmán, C., Valdivielso, J. M., Castell, J. V., and Jover, 

R. (2020) The Vitamin D Receptor Regulates Glycerolipid and Phospholipid Metabolism 

in Human Hepatocytes. Biomolecules. 10, 493 

61.  Barrasa, M. I., Guo, J.-T., Saputelli, J., Mason, W. S., and Seeger, C. (2001) Does a cdc2 

Kinase-Like Recognition Motif on the Core Protein of Hepadnaviruses Regulate Assembly 

and  Disintegration of Capsids? J. Virol. 75, 2024 

62.  G, W., RS, F., W, L., TC, K., and MG, B. (1997) Modulation of cell cycle control by vitamin 

Jo
urn

al 
Pre-

pro
of



 17 

D3 and its analogue, EB1089, in human breast cancer cells. Oncogene. 15, 1555–1563 

63.  ES, Y., and KL, B. (2003) Vitamin D inhibits G1 to S progression in LNCaP prostate cancer 

cells through p27Kip1 stabilization and Cdk2 mislocalization to the cytoplasm. J. Biol. 

Chem. 278, 46862–46868 

64.  Shlomai, A., and Shaul, Y. (2008) The “metabolovirus” model of hepatitis B virus suggests 

nutritional therapy as an effective anti-viral weapon. Med. Hypotheses. 71, 53–57 

65.  Huan, B., Kosovsky, M. J., and Siddiqui, A. (1995) Retinoid X receptor alpha transactivates 

the hepatitis B virus enhancer 1 element by forming a heterodimeric complex with the 

peroxisome proliferator-activated receptor. J. Virol. 69, 547–51 

66.  Andreone, P., Fiorino, S., Cursaro, C., Gramenzi, A., Margotti, M., Di Giammarino, L., 

Biselli, M., Miniero, R., Gasbarrini, G., and Bernardi, M. (2001) Vitamin E as treatment for 

chronic hepatitis B: results of a randomized controlled pilot trial. Antiviral Res. 49, 75–81 

67.  Fiorino, S., Bacchi-Reggiani, M. L., Leandri, P., Loggi, E., and Andreone, P. (2017) 

Vitamin E for the treatment of children with hepatitis B e antigen-positive chronic hepatitis: 

A systematic review and meta-analysis. World J. Hepatol. 9, 333–342 

68.  M, I., K, W., S, T., HH, A., M, F., A, F., R, S., H, A., T, I., O, K., H, K., and T, W. (2014) 

Evaluation and identification of hepatitis B virus entry inhibitors using HepG2 cells 

overexpressing a membrane transporter NTCP. Biochem. Biophys. Res. Commun. 443, 808–

813 

69.  Itokawa, N., Atsukawa, M., Tsubota, A., Abe, H., Shimada, N., Okubo, T., Arai, T., 

Nakagawa, A., Kondo, C., Aizawa, Y., and Iwakiri, K. (2018) The relationship between 25-

hydroxyvitamin D3 and hepatitis B surface antigen levels in patients with chronic hepatitis 

B in Japan. Hepat. Mon. 18, e63587 

70.  Watashi, K., Liang, G., Iwamoto, M., Marusawa, H., Uchida, N., Daito, T., Kitamura, K., 

Muramatsu, M., Ohashi, H., Kiyohara, T., Suzuki, R., Li, J., Tong, S., Tanaka, Y., Murata, 

K., Aizaki, H., and Wakita, T. (2013) Interleukin-1 and Tumor Necrosis Factor-α Trigger 

Restriction of Hepatitis B Virus Infection via a Cytidine Deaminase Activation-induced 

Cytidine Deaminase (AID) *. J. Biol. Chem. 288, 31715–31727 

71.  Laras, A., Koskinas, J., and Hadziyannis, S. J. (2002) In Vivo Suppression of Precore 

mRNA Synthesis Is Associated with Mutations in the Hepatitis B Virus Core Promoter. 

Virology. 295, 86–96 

72.  Uchida, T., Imamura, M., Hayes, C. N., Hiraga, N., Kan, H., Tsuge, M., Abe-Chayama, H., 

Zhang, Y., Makokha, G. N., Aikata, H., Miki, D., Ochi, H., Ishida, Y., Tateno, C., and 

Chayama, K. (2017) Persistent Loss of Hepatitis B Virus Markers in Serum without Cellular 

Immunity by Combination of Peginterferon and Entecavir Therapy in Humanized Mice. 

Antimicrob. Agents Chemother. 61, e00725-17 

73.  Makokha, G. N., Abe-Chayama, H., Chowdhury, S., Hayes, C. N., Tsuge, M., Yoshima, T., 

Ishida, Y., Zhang, Y., Uchida, T., Tateno, C., Akiyama, R., and Chayama, K. (2019) 

Regulation of the Hepatitis B virus replication and gene expression by the multi-functional 

protein TARDBP. Sci. Reports 2019 91. 9, 1–18 

74.  Katoh, K., and Standley, D. M. (2013) MAFFT Multiple Sequence Alignment Software 

Jo
urn

al 
Pre-

pro
of



 18 

Version 7: Improvements in Performance and Usability. Mol. Biol. Evol. 30, 772–780 

75.  Katoh, K., Asimenos, G., and Toh, H. (2009) Multiple alignment of DNA sequences with 

MAFFT. Methods Mol. Biol. 537, 39–64 

76.  Matilainen, M., Malinen, M., Saavalainen, K., and Carlberg, C. (2005) Regulation of 

multiple insulin-like growth factor binding protein genes by 1alpha,25-dihydroxyvitamin 

D3. Nucleic Acids Res. 33, 5521–32 

77.  Fu, B., Wang, H., Wang, J., Barouhas, I., Liu, W., Shuboy, A., Bushinsky, D. A., Zhou, D., 

and Favus, M. J. (2013) Epigenetic Regulation of BMP2 by 1,25-dihydroxyvitamin D3 

through DNA Methylation and Histone Modification. PLoS One. 8, e61423 

78.  Marshall, P. A., Hernandez, Z., Kaneko, I., Widener, T., Tabacaru, C., Aguayo, I., and 

Jurutka, P. W. (2012) Discovery of novel vitamin D receptor interacting proteins that 

modulate 1,25-dihydroxyvitamin D3 signaling. J. Steroid Biochem. Mol. Biol. 132, 147–

159 

79.  McCarthy, T. C., Li, X., and Sinal, C. J. (2005) Vitamin D receptor-dependent regulation 

of colon multidrug resistance-associated protein 3 gene expression by bile acids. J. Biol. 

Chem. 280, 23232–23242 

80.  Tsai, K.-N., Chong, C.-L., Chou, Y.-C., Huang, C.-C., Wang, Y.-L., Wang, S.-W., Chen, 

M.-L., Chen, C.-H., and Chang, C. (2015) Doubly Spliced RNA of Hepatitis B Virus 

Suppresses Viral Transcription via TATA-Binding Protein and Induces Stress Granule 

Assembly. J. Virol. 89, 11406–19 

81.  Biswas, B., Kandpal, M., and Vivekanandan, P. (2017) A G-quadruplex motif in an 

envelope gene promoter regulates transcription and virion secretion in HBV genotype B. 

Nucleic Acids Res. 45, 11268–11280 

82.  Vivekanandan, P., Samal, J., and Kandpal, M. (2015) A simple and rapid method for the 

quantitation of secreted hepatitis B virions in cell culture models. Indian J. Med. Microbiol. 

33, 290 

83.  Kandpal, M., Samal, J., Biswas, B., Negi, A., Mishra, V. C., Tyagi, N., Raina, V., and 

Vivekanandan, P. (2015) Enhanced hepatitis B virus (HBV) pre-genomic RNA levels and 

higher transcription efficiency of defective HBV genomes. J. Gen. Virol. 96, 3109–3117 

 

ABBREVIATIONS 
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Response Elements (VDREs), 1α,25-Dihydroxyvitamin D3/calcitriol (1,25(OH)2D3), Chronic 

HBV (CHB), Hepatocellular Carcinoma (HCC), precore RNA (pcRNA), pregenomic RNA 
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Receptor (NR), TSS (Transcription Start Site), Direct Repeats (DRs), Upstream Regulatory 

Region (URR), Nuclear Receptor Response Elements (NRRE), Electrophoretic Mobility Shift 

Assay (EMSA), Tata Binding Protein (TBP), Hepatocyte Nuclear Factor-3 (HNF-3), Hepatocyte 

Nuclear Factor-4 (HNF-4), Endoplasmic Reticulum (ER) 
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FIGURES AND FIGURE LEGENDS 

 

Fig. 1. Vitamin D selectively suppresses the HBV-core promoter in luciferase assays. (A) Each 

of the four HBV promoters (HBV-Core, PreS1, PreS2/S and HBx promoter) were cloned 

upstream of the luciferase reporter gene in the PGL3-basic construct. The activity of each 

of the promoters was tested in the presence of vehicle-control (without calcitriol) or 10nM 

calcitriol in hepatic cell lines, (B) HepG2, (C) Huh7 and (D) HepG2.2.15 by luciferase 

assay, 24 hours after transfection. HBV-core promoter activity was significantly supressed, 

while the activity of the remaining HBV promoters was unaffected in the presence of the 

ligand. All data are means ±S.D. for three independent experiments (n=3). *P<0.05, 

**P<0.01, NS: not significant were analysed by paired Student’s t-test. 
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Fig. 2. Identification of a VDRE-cluster in the HBV-core promoter that is conserved across 

most HBV genotypes. (A) In silico analysis identified a cluster of overlapping VDREs on 

the sense strand (blue bars) in the HBV-core promoter (1724-1748 in genotype ‘D’, 

highlighted with green box) in seven HBV genotypes (GT A, GT B, GT C, GT D, GT E, 

GT F and GT H; nucleotide numbering may vary subtly across HBV genotypes). HBV 

genotype ‘G’ was the exception with no VDREs in this region. HBV genotype ‘B’ 

additionally has one VDRE on the antisense strand (orange bar) (B) Graphical 

representation of conservation of the HBV VDRE-cluster within genotypes. The HBV-core 

promoter sequence of genotypes A-H in the HBV database (n=5757) were analyzed for the 

presence of VDREs. More than 94% of all sequences of seven HBV genotypes (GT A, GT 

B, GT C, GT D, GT E, GT F and GT H) had 3 or more VDREs. Most of the sequences 

from HBV genotype ‘G’ had no VDREs. (C) Majority of the positions of the 24-nucleotide 

region corresponding to the HBV VDRE-cluster is highly conserved across HBV 

genotypes. All sequences  from genotypes A-H in the HBV database (n=5757) were 

analyzed for conservation using the HBV VDRE-cluster of HBV genotype ‘D’ (Sequence 

on top). The height of each bar corresponds to the percentage of sequences with a conserved 

nucleotide at a given position when using the VDRE-cluster from HBV genotype ‘D’ as 

the reference sequence. This region was highly conserved across most HBV genotypes, 

with the exception of genotype ‘G’. * Majority (> 85%) of the sequences in genotype ‘B’ 

had an additional VDRE cluster (i.e. 4 VDREs in the cluster instead of 3).  
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Fig. 3. Mutations disrupting the HBV VDRE-cluster abrogates calcitriol-mediated 

suppression of the HBV-core promoter. (A) A region of the HBV-core promoter on 

which various NRREs have been mapped (green boxes), along with the identified 

overlapping cluster of putative VDREs (pVDREs, blue boxes bordered with orange). The 

high degree of overlap of the VDREs with other NRREs permits the alteration of only two 

base pairs (underlined). Mutations at these 2 positions (the yellow box shows the mutated 
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core promoter sequence), performed as described in the methods section, disrupt the 

sequence of the 3 VDREs in the cluster. Luciferase assays were performed to test the 

response of this mutated HBV-core promoter (Core Mutant; with VDREs disrupted) as 

compared to the wildtype core promoter (Core Wildtype) in the presence of 10 nM 

calcitriol or vehicle-control (without calcitriol) in (B) HepG2, (C) Huh7 and (D) 

HepG2.2.15 cells. Mutations disrupting the VDRE-cluster abrogate the response of HBV-

core promoter to vitamin D-signaling. All data are means ±S.D. for three independent 

experiments (n=3). *P<0.05, **P<0.01, NS: not significant were analysed by paired 

Student’s t-test. 
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Fig. 4. VDR binds to VDREs in the HBV-core promoter independent of RXR. (A) A fragment 

of the HBV-core promoter carrying the identified VDRE-cluster (Capitalized) labelled 

with the 6-FAM fluorophore at the 5’ end of the probe. (B) EMSA was performed using in 

vitro translated (IVT) VDR and RXR as detailed in the methods section. Briefly, the 6-

FAM-labelled probe was incubated with VDR and/or RXR and unlabeled competitor 

oligonucleotides when required and resolved on a native 8% polyacrylamide gel. VDR 

interacts with the VDREs in the HBV-core promoter in the absence of RXR, as observed 

by the presence of the indicated band (see arrow) in lane 4. The addition of unlabeled 
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competitor oligonucleotides reduced the complex formed in a concentration dependent 

manner, demonstrating the specificity of the binding reaction (see lanes 6 and 7). 

Representative gel image from 1 of 3 separate experiments is shown (C) ChIP-qPCR using 

anti-VDR antibody confirmed the increased binding of VDR at the HBV-core promoter in 

HepG2 cells transfected with 1.3X HBV-genome construct in the presence of 10 nM 

calcitriol for 24 hours. (D) Whereas, no enrichment of RXR was observed at the core 

promoter when ChIP-qPCR was performed with anti-RXR antibody in the presence of the 

ligand in similar conditions. The CYP24A1 promoter having established VDREs was used 

as a positive control, while the HBV PreS1 promoter having no putative VDREs was used 

as a negative control. All data are means ±S.D. for three independent experiments (n=3). 

*P<0.05, **P<0.01, NS: not significant were analysed by paired Student’s t-test. 
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Fig. 5. Calcitriol inhibits HBV-core promoter transcripts, HBV secretory proteins but not 

HBV virion secretion. The 1.3X-HBV Genome construct was transfected in HepG2 and 

Huh7 cells, while HepG2.2.15 stably expresses HBV genome. In the HBV infection model, 

HBV particles derived from HepG2.2.15 cells were used to infect HepG2-NTCP cells as 

described in the methods section. Vehicle-control (without calcitriol) or 10 nM calcitriol 

was added immediately after transfection or infection, and samples were processed as 

described in the methods section. RNA isolation and quantitation by qPCR shows (A) HBV 
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pcRNA and (B) HBV pgRNA are supressed in the presence of calcitriol. Quantitation of 

HBV secretory proteins by ELISA demonstrates calcitriol negatively regulates (C) HBeAg 

and (D) HBsAg. (E) Finally, HBV virion secreted in supernatant was captured 72 hours 

after ligand treatment and its DNA quantitated by qPCR. The virion secretion in the 

presence of calcitriol was marginally reduced in all HBV cell culture models (upto 12%) 

in vitro, though the observation was not statistically significant in any model. All data are 

means ±S.D. for three independent experiments (n=3). *P<0.05, **P<0.01, NS: not 

significant were analysed by paired Student’s t-test. 
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Fig. 6 – Calcitriol inhibits HBV activity directly by the vitamin D signaling pathway. The 

HBV-core promoter (CP) transcribes the pgRNA and pcRNA. The pgRNA serves as the 

genetic template for the virus and is packaged into virus particles before secretion. The 

pcRNA is translated to the secretory HBeAg and then then secreted via the ER (Upper 

panel, see left to right). Calcitriol (metabolically activated vitamin D) binds and activates 

its nuclear receptor, VDR (see lower panel). We identified a VDRE-cluster in the HBV-

core promoter. Calcitriol-activated VDR interacts with the identified VDREs in the HBV-

core promoter independent of RXR, suppressing its activity. This inhibits transcription of 

pgRNA and pcRNA. HBeAg and HBsAg secretion is also inhibited in the presence of the 

ligand. Numerous studies have highlighted the pathogenic function of HBeAg and HBsAg, 

hence the vitamin D-mediated inhibition of these secretory proteins may be of clinical 

relevance. We did not observe significant inhibition in HBV virion secretion in the 

presence of vitamin D.  
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