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Chronic hepatitis B virus (HBV) infection, a serious public health problem leading to cirrhosis and hepatocellular carcinoma, is
currently treated with either pegylated alpha interferon (pegIFN-�) or one of the five nucleos(t)ide analogue viral DNA polymer-
ase inhibitors. However, neither pegIFN-� nor nucleos(t)ide analogues are capable of reliably curing the viral infection. In order
to develop novel antiviral drugs against HBV, we established a cell-based screening assay by using an immortalized mouse hepa-
tocyte-derived stable cell line supporting a high level of HBV replication in a tetracycline-inducible manner. Screening of a li-
brary consisting of 26,900 small molecules led to the discovery of a series of sulfamoylbenzamide (SBA) derivatives that signifi-
cantly reduced the amount of cytoplasmic HBV DNA. Structure-activity relationship studies have thus far identified a group of
fluorine-substituted SBAs with submicromolar antiviral activity against HBV in human hepatoma cells. Mechanistic analyses
reveal that the compounds dose dependently inhibit the formation of pregenomic RNA (pgRNA)-containing nucleocapsids of
HBV but not other animal hepadnaviruses, such as woodchuck hepatitis virus (WHV) and duck hepatitis B virus (DHBV). More-
over, heterologous genetic complementation studies of capsid protein, DNA polymerase, and pgRNA between HBV and WHV
suggest that HBV capsid protein confers sensitivity to the SBAs. In summary, SBAs represent a novel chemical entity with supe-
rior activity and a unique antiviral mechanism and are thus warranted for further development as novel antiviral therapeutics
for the treatment of chronic hepatitis B.

Hepatitis B virus (HBV) infection is one of the major public
health challenges worldwide. While the availability of a vac-

cine has reduced the number of new HBV infections, the vaccine
does not benefit the 350 million people already chronically in-
fected by the virus (1). In fact, approximately one-third of these
chronically infected individuals will die from serious liver dis-
eases, such as cirrhosis, hepatocellular carcinoma (HCC), and
liver failure, if left untreated (2, 3). Currently, seven drugs have
been approved for the treatment of chronic hepatitis B, which
include two formulations of alpha interferon (standard and pegy-
lated [IFN-� and pegIFN-�, respectively]) that enhance the host
antiviral immune response and five nucleos(t)ide analogues
(lamivudine, adefovir, entecavir, telbivudine, and tenofovir) that
inhibit HBV DNA polymerase with various potencies and barriers
to resistance (4, 5). At present, the preferred first-line treatment
choices are pegylated alpha 2a interferon (pegIFN-�), entecavir,
or tenofovir, based on their superior antiviral efficacy and/or high
resistance barrier (6). However, even with the first-line treatment
options, pegIFN-� is effective in achieving sustained virological
response, defined as hepatitis e antigen (HBeAg) seroconversion
and/or hepatitis B virus DNA levels below 20,000 copies/ml at 6
months after completion of the therapy, in only 30% of HBeAg-
positive and 40% of HBeAg-negative cases (7–9). Moreover, pe-
gIFN-� treatment is usually associated with severe side effects (7).
On the other hand, the nucleos(t)ide analogues are well tolerated
and potently suppress HBV replication in the vast majority of
treated patients. It is generally acknowledged that the degrees of
histological, biochemical, and serological improvement and re-
duction of HCC morbidity and mortality are correlated with the
degree of viral replication suppression by the therapy (10). How-
ever, despite significant inhibition of viral replication, even the
most potent nucleos(t)ide analogues, such as entecavir and teno-

fovir, fail to reliably clear HBV infection. Moreover, long-term,
and possibly life-long, treatment is required to continuously sup-
press HBV replication, which is essential to achieve the clinical
benefits of the therapy (10). Hence, there is a pressing need for the
introduction of therapeutic regimens that are safer, more effective
in achieving clinical endpoints, not hampered by resistance, and
capable of inducing a more durable suppression of HBV replica-
tion following cessation of treatment.

To address these unmet medical needs, we set out to identify
small-molecule inhibitors of HBV replication steps other than vi-
ral DNA synthesis. Ideally, these would develop into drug candi-
dates. In eventual clinical use, such novel antiviral medications
would offer the following therapeutic advantages. First, they may
complement the current treatment regimen by providing addi-
tional options for a subpopulation of patients that do not tolerate
or benefit from pegylated alpha 2a interferon and nucleos(t)ide
analogues (11–14). Second, due to their distinct antiviral mecha-
nisms, these novel antiviral drugs may be effective against HBV
variants that are resistant to the nucleoside analogue viral DNA
polymerase inhibitors (5). Third, similar to the highly active anti-
retroviral therapy (HAART) for human immunodeficiency virus
(HIV) infection (15), novel antiviral drugs used in combination
with the current DNA polymerase inhibitors may synergistically
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suppress HBV replication and prevent the emergence of drug re-
sistance, offering a more effective, and possibly curative, treat-
ment for chronic hepatitis B (16).

HBV is the prototype member of Hepadnaviridae family, which
also includes several animal hepatitis viruses, such as woodchuck
hepatitis virus (WHV) and duck hepatitis B virus (DHBV). The ge-
nome of HBV is a relaxed circular partially double-stranded DNA
(rcDNA; 3.2 kb in length) (17–19). Upon entry into a hepatocyte, the
nucleocapsid delivers the genomic rcDNA into the nucleus, where
the rcDNA is converted into covalently closed circular DNA
(cccDNA). The cccDNA exists as an episomal minichromosome and
serves as the template for the transcription of viral RNAs (20). The
viral pregenomic RNA (pgRNA) is translated to produce both the
core protein and DNA polymerase (21). The DNA polymerase binds
to the epsilon sequence within the 5= portion of pgRNA to prime viral
DNA synthesis and initiate nucleocapsid assembly (22, 23). The en-
capsidated pgRNA is then reverse transcribed into minus-strand viral
DNA, which serves as a template for the subsequent synthesis of plus-
strand DNA by viral polymerase. The nucleocapsid matures as
rcDNA is formed and can be enveloped and secreted out of the cell as
a virion particle; alternatively, the nucleocapsid may deliver its
rcDNA into the nucleus to amplify the nuclear cccDNA pool (24–26).

In order to discover novel drugs that inhibit HBV replica-
tion, we took advantage of an immortalized murine hepatocyte
(AML12)-derived stable cell line that supports HBV pgRNA
transcription and subsequent DNA replication in a tetracycline
(Tet)-dependent manner and developed a convenient cell-
based assay for the discovery of compounds that inhibit HBV
replication steps between the biosynthesis of HBV proteins and
reverse transcription of pgRNA into minus-strand viral DNA
(27). Our high-throughput screening campaign has yielded a
series of structurally related sulfamoylbenzamide (SBA) deriv-
atives that potently inhibit the formation of pgRNA-contain-
ing nucleocapsids of HBV but not WHV and DHBV. Genetic
complementation studies further demonstrated that HBV core
proteins are the molecular targets of the SBAs. Not surpris-
ingly, SBAs efficiently inhibited the replication of HBV mu-
tants that are resistant to nucleos(t)ide analogues. Hence, the
SBAs represent a novel chemical entity with a unique antiviral
mechanism and favorable pharmacological properties and are
thus warranted for further development as novel antiviral ther-
apeutics for the treatment of chronic hepatitis B.

MATERIALS AND METHODS
Cell culture. HepG2 cells were maintained in Dulbecco’s modified Eagle’s
medium and nutrient mixture F-12 (DMEM/F-12) (Invitrogen) supple-
mented with 10% fetal bovine serum, 100 U/ml penicillin, and 100 �g/ml
streptomycin. AML12HBV10 and HepDES19 cells are, respectively, im-
mortalized mouse hepatocyte (AML12)- and human hepatoma cell
(HepG2)-derived stable cell lines supporting replication of an stably
transfected envelope protein-deficient HBV genome in a tetracycline-in-
ducible manner (27, 28). These two stable cell lines were maintained in
DMEM/F-12 supplemented with 10% fetal bovine serum, 100 U/ml pen-
icillin, 100 �g/ml streptomycin, 1 �g/ml tetracycline, and 400 �g/ml
G418. To initiate HBV pgRNA transcription and DNA replication in these
cell lines, tetracycline was withdrawn from the culture medium.

Plasmids. pCMVHBV, pCMVWHV, and pCMVDHBV that express
the pgRNA of HBV, WHV, and DHBV, respectively, under the control of
the cytomegalovirus immediate early (CMV IE) promoter have been de-
scribed previously (29–31). The plasmids pTREHBV, pTREHBV/rtL180M/
rtM204V (pTREHBV expressing mutations in the HBV reverse transcriptase

[rt]), pTREHBV/rtA181V, pTREHBV/rtN236T, pTREHBV/rtM204I, and
pTREHBV/rtL180M/rtM204V/rtT184G/rtS202I were reported previously
(28, 32).

An HBV core-deficient (C�) plasmid, pCMVHBV/C�, was con-
structed by changing the start codon of the HBV core protein to CTG in
the plasmid pCMVHBV with a QuikChange II site-directed mutagenesis
kit (Agilent Technologies) according to the manufacturer’s directions.
The primers used for the mutagenesis are 5=-CTTGGGTGGCTTTGGGG
CCTGGACATCGACCC-3= (sense) and 5=-GGGTCGATGTCCAGGCC
CCAAAGCCACCCAAG-3= (antisense). Taking the same strategy, a
WHV polymerase-deficient (P�) plasmid, pCMVWHV/P�, was con-
structed by introducing two tandem stop codons in the 5= portion of the
WHV polymerase gene with primers 5=-TTTGGTTCATCTAATGAGTT
GTTGAATTTTCTTCC-3= (sense) and 5=-TCAACAACTCATTAGATGA
ACCAAATTCTTTATAGGG-3= (antisense). All the designed mutations
were confirmed in the resulting plasmids by DNA sequencing.

For the construction of a plasmid expressing the WHV core protein, the
core protein coding region (nucleotides 1997 to 2644) and its downstream
sequence (nucleotides 901 to 1938) of the WHV genome (GenBank accession
number J04514) were amplified by PCR with pCMVWHV as a template. The
primers for the amplification of the core coding region are 5=-CGCGGATC
CTGTGCCTTGGATGGCTTTG-3= (sense) and 5=-TAAATGGCGGTAA
GATGCTCGCAGCTTGGTTAGAGTAAAGACC TG-3= (antisense). The
primers for the amplification of the core fragment downstream sequence
(nucleotides 901 to 1938) are 5=-GAGCATCTTACCGCCATTTATTCC
C-3= (sense) and 5=-GCTCTAGAGATACATGGTTACAGAAGTCGCAT
G-3= (antisense). The two PCR fragments were merged by overlapping
PCR with primers 5=-CGCGGATCCTGTGCCTTGGATGGCTTTG-3=
(sense) and 5=-GCTCTAGAGATACATGGTTACAGAAGTCGCATG-3=
(antisense). The resulting PCR product was digested with BamH I and
XbaI and inserted into pcDNA3 digested with the same restriction en-
zymes. Similarly, the HBV core protein coding region (nucleotides 1902
to 2604) was amplified by using the primers 5=-ACCATGGACATCGAC
CCTTATAAAGAATTTG-3= and 5=-CGGACCGAGTGGGCCTACAAA
CTGTTCACAT-3= (the restriction endonuclease RsrII recognition site is
underlined). The region coding the 3= portion of HBV pgRNA (nucleo-
tides 1573 to 1926) was amplified with primers 5=-CGGACCGTGTGCA
CTTCGCTTCACCTCT-3= and 5=-GAGTAACTCCACAGTAGCTCCAA
A-3= (the RsrII recognition site is underlined). The aforementioned two
PCR fragments were inserted into the pcDNA3.1/V5-His-TOPO vector in
a head-to-tail manner after being cut by RsrII.

High-throughput screening assay. AML12HBV10 cells were seeded
into 96-well plates at a density of 2 � 104 cells per well and cultured in
DMEM/F-12 medium with 10% fetal bovine serum in the absence of
tetracycline. One day after seeding, cells in columns 1 and 12 of the plates
were treated with medium containing 0.1% dimethyl sulfoxide (DMSO;
mock-treated controls) and 1 �g/ml tetracycline, respectively. Each of the
remaining 80 wells in columns 2 to 11 of the plates were treated with a
library compound at a concentration of 10 �M. The library contains
26,900 drug-like small molecular compounds collected from multiple
commercial providers (33). Forty-eight hours later, cells were lysed by the
addition to each well of 100 �l of lysis buffer containing 10 mM Tris-HCl
(pH 7.6), 1 mM EDTA, 100 mM NaCl, and 1% NP-40 and incubated at
37°C for 30 min. Half the amount (50 �l) of the cell lysate from each well
was combined with an equal volume of denaturing solution containing
1N NaOH and 1.5 M NaCl. After a 5-min incubation, 100 �l of neutral-
ization solution (1 M Tris-HCl, pH 7.4, 1.5 M NaCl) was added into each
well. The denatured cell lysates were applied onto nylon membranes using
a 96-well dot blot manifold (Bio-Rad). HBV DNA amounts in the cell
lysates were determined by dot blot hybridization with an [�-32P]UTP-
labeled riboprobe specific for HBV minus-strand DNA. The compounds
that reduced the amount of HBV core DNA to less than 30% of that of the
mock-treated controls were scored as primary “hits.”

To confirm the primary hits and determine their antiviral potency,
AML12HBV10 cells were seeded into 96-well plates at a density of 2 � 104
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cells per well and cultured in the absence of tetracycline. One day after
seeding, cells were left untreated or treated with a serial dilution of testing
compounds, ranging from 50 �M to 0.39 �M, for 48 h. Intracellular HBV
core DNA amounts were determined by dot blot hybridization as de-
scribed above. The antiviral efficacy of a compound was expressed as the
effective concentration that reduced the amount of HBV DNA by 50%
(EC50) compared to the levels of the untreated controls.

Cytotoxicity of the hit compounds was determined by plating and
treating the AML12HBV10 cells in 96-well plates under exactly identical
conditions used for the antiviral efficacy assay described above. The cell
viability was measured by an MTT (3-[4,5-dimethylthiazol-2-yl]-2,5-di-
phenyl tetrazolium bromide) assay, following the procedure provided by
the manufacturer (Promega). The cytotoxicity of a compound was ex-
pressed as the concentration of compound that reduced the viability of the
cells by 50% (CC50) compared to the levels of the untreated controls.

Determination of antiviral efficacy and cytotoxicity in human hep-
atoma cells. To further confirm the antiviral activity of the compounds
against HBV in human hepatocyte-derived cells, HepDES19 cells were
seeded into 12-well plates at a density of 5 � 105 cells per well and cultured
in DMEM/F-12 medium with 1 �g/ml tetracycline. Two days after seed-
ing, the cells were mock treated or treated with a serial dilution of com-
pounds, ranging from 10 �M to 0.018 �M, for 6 days in the absence of
tetracycline. The amounts of cytoplasmic HBV core-associated HBV
DNA were extracted and determined by Southern blot hybridization (27).
The antiviral efficacy of a compound was expressed as the concentration
that reduced the amount of HBV DNA by 50% (EC50) in comparison with
the levels of the mock-treated controls.

To determine the cytotoxicity of compounds in HepDES19 cells, the
cells were seeded into 96-well plates at a density of 6 � 104 cells per well
and cultured in DMEM/F-12 medium with 10% fetal bovine serum in the
absence of tetracycline. One day after seeding, cells were left untreated or
treated with a serial dilution of testing compounds, ranging from 50 �M
to 0.39 �M, for 6 days. The cell viability was measured by an MTT assay,
following a procedure provided by the manufacturer (Promega). The cy-
totoxicity of a compound was expressed as the concentration of com-
pound that reduced the viability of the cells by 50% (CC50).

HBV RNA analysis. Total cellular RNA was extracted with TRIzol
reagents (Invitrogen). Five micrograms of total RNA was resolved in a
1.5% agarose gel containing 2.2 M formaldehyde and transferred onto
Hybond-XL membrane in 20� SSC (1� SSC is 0.15 M NaCl plus 0.015 M
sodium citrate) buffer. Encapsidated HBV RNA was extracted as previ-
ously described (34). One half of the RNA sample from each well of the
12-well plates was resolved in a 1.5% agarose gel containing 2.2 M form-
aldehyde and transferred onto Hybond-XL membrane in 20� SSC buffer.
For the detection of HBV RNA, membranes were probed with an [�-
32P]UTP (800 Ci/mmol; PerkinElmer)-labeled plus-strand-specific full-
length HBV riboprobe as described previously. The membrane was ex-
posed to a phosphorimager screen, and hybridization signals were
quantified with QuantityOne software (Bio-Rad).

Particle gel assay. HBV capsids and associated viral DNA were ana-
lyzed by a native agarose gel electrophoresis-based assay (28). Briefly,
AML12HBV10 or HepDES19 cells cultured in 12-well plates were lysed by
the addition of 300 �l of buffer containing 10 mM Tris-HCl (pH 7.6), 100
mM NaCl, 1 mM EDTA, and 0.1% NP-40 per well. Cell debris was re-
moved by centrifugation at 5,000 � g for 10 min. Ten microliters of the
clarified cell lysates was fractionated by electrophoresis through nonde-
naturing 1% agarose gels and transferred to a nitrocellulose filter by blot-
ting with TNE buffer (10 mM Tris-HCl, pH 7.6, 150 mM NaCl, and 1 mM
EDTA). HBV capsids were detected by probing the membrane with an
antibody against HBV core protein (Dako). Bound antibody was revealed
by IRDye secondary antibodies and visualized by a Li-COR Odyssey sys-
tem. To detect capsid-associated HBV DNA, the membranes were treated
with a denaturing solution containing 0.5 N NaOH and 1.5 M NaCl for 5
min, followed by neutralization with a buffer containing 1 M Tris-HCl
and 1.5 M NaCl for 5 min. The viral DNA was detected by hybridization

with an [�-32P]UTP (800 Ci/mmol; PerkinElmer)-labeled minus-strand-
specific full-length HBV riboprobe.

Determination of antiviral spectrum against hepadnaviruses.
HepG2 cells were seeded into six-well plates at a density of 1.2 � 106 cells
per well and cultured in antibiotic-free complete DMEM/F-12 medium.
Six hours after seeding, each well was transfected with 4 �g of pCMVHBV,
pCMVWHV, or pCMVDHBV with Lipofectamine 2000 (Invitrogen) ac-
cording to the manufacturer’s directions. Six hours later, the transfected
cells were mock treated or treated with indicated concentrations of
compounds, as specified in the legend to Fig. 5, for 3 days. Intracellular
HBV core DNA was extracted and analyzed by Southern blot hybrid-
ization (28, 34).

Determination of antiviral efficacy against nucleoside analogue-re-
sistant HBV. HepG2 cells were seeded into 24-well plates at a density of
2 � 105 cells per well and cultured in antibiotic-free complete DMEM/
F-12 medium. Twenty-four hours after seeding, each well was cotrans-
fected with 0.4 �g of pTREHBV or one of the pTREHBV-derived plas-
mids containing a drug resistance mutation(s) and 0.4 �g of pTet-off with
Lipofectamine 2000 (Invitrogen) according to the manufacturer’s direc-
tions. Six hours later, the transfected cells were mock treated or treated
with six 1:4 dilutions of the compounds specified in Table 3 at concentra-
tions ranging from 10 to 0.0097 �M for 2 days. Intracellular HBV core
DNA was extracted as described previously (28). HBV core DNA was
quantified by a real-time PCR assay using a LightCycler 480 SYBR green I
Master PCR kit (Roche) with primers 5=-GGCTTTCGGAAAATTCCTA
TG-3= (sense) and 5=-AGCCCTACGAACCACTGAAC-3= (antisense).
The PCR was carried out as follows: denaturing at 95°C for 5 min, fol-
lowed by 40 cycles of amplification at 95°C for 15 s and at 60°C
for 30 s.

Genetic complementation assay. HepG2 cells were seeded into six-
well plates at a density of 1.2 � 106 cells per well and cultured in antibiotic-
free complete DMEM/F-12 medium. Six hours after seeding, each well
was cotransfected with 2 �g of each of the indicated plasmids with Lipo-
fectamine 2000 (Invitrogen) according to the manufacturer’s directions.
Six hours later, the transfected cells were mock treated or treated with the
indicated concentrations of compounds, as specified in the legend to
Fig. 6, for 3 days. Intracellular HBV or WHV core DNA was extracted and
analyzed by Southern blot hybridization with an [�-32P]UTP (800 Ci/
mmol; PerkinElmer)-labeled minus-strand-specific full-length HBV or
WHV riboprobe (28, 34).

RESULTS
The AML12HBV10 cell line is suitable for screening compounds
that inhibit HBV replication. Discovery of novel antiviral com-
pounds against HBV is hampered by a lack of cell-based assays
suitable for high-throughput screening of compound libraries.
Currently, the antiviral activity of compounds against HBV is usu-
ally assayed in human hepatoma (HepG2)-derived HBV replicat-
ing cell lines, such as HepG2.2.15 (35), HepAD38 (36), and Hep-
DES19 (28), which typically require more than 6 days of
incubation with drugs due to the slow dynamics of HBV replica-
tion in these cell lines (29, 37, 38). Recently, we established an
immortalized mouse hepatocyte (AML12)-derived stable cell line
(AML12HBV10) that supported HBV pgRNA transcription and
subsequent DNA replication in a tetracycline (Tet)-dependent
manner (27). In the presence of Tet, the transcription of viral
pgRNA is suppressed. However, upon removal of Tet from the
culture medium, HBV pgRNA is transcribed and accumulates to a
detectable level at 24 h, reaching a peak level at 96 h. As expected,
following pgRNA transcription, HBV DNA replication interme-
diates can be detected at 48 h and increase 50- to 100-fold, reach-
ing steady-state level at 96 h after Tet removal (27). The robustness
and great dynamic range of HBV replication in this cell line be-
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tween 48 to 96 h after Tet removal allow the measurement of the
antiviral effects of compounds following only 2 days of treatment
(27), which is ideal for an anti-HBV drug screening assay.

The feasibility of the AML12HBV10 cell-based antiviral assay in a
96-well plate format was evaluated with three antiviral compounds
that inhibit distinct steps of HBV replication, namely, lamivudine,
Bay 41-4109, and AT-61 (Fig. 1A). Briefly, AML12HBV10 cells main-
tained in Tet-free medium for 24 h were seeded into 96-well plates.
One day after seeding, cells were left untreated or treated with either 1
�g/ml of Tet to shut off pgRNA transcription or a serial dilution of
lamivudine, Bay 41-4109, or AT-61 for 48 h. Cells were then lysed,
and HBV DNA amounts in the cell lysates were determined by dot
blot hybridization assays. Under this condition, the signal-to-noise
ratio of HBV DNA signals between mock- and tetracycline-treated
cultures was about 100:1, and the Z= value, a measurement of statis-
tical reproducibility and variation of the assay, was 0.56 to 0.7 (Fig. 1B
and data not shown). As shown in Fig. 1, all three antiviral drugs dose
dependently reduced the amounts of HBV DNA. However, while the
two HBV capsid assembly effectors, Bay 41-4109 and AT-61, demon-
strated similar antiviral potencies in AML12HBV10 cells as that re-
ported in human hepatoma cells (39, 40), the HBV DNA polymerase

inhibitor lamivudine only modestly inhibited HBV DNA replication
in the mouse hepatocytes, most likely due to inefficient phosphory-
lation of the compound in rodent hepatocytes (41). Hence, the
AML12HBV10 cell-based assay is suitable for screening compounds
other than nucleoside analogues for their ability to inhibit any step of
HBV replication between the translation of viral proteins and synthe-
sis of viral DNA inside nucleocapsids.

Discovery of sulfamoylbenzamide derivatives as HBV repli-
cation inhibitors. The primary screening of 26,900 compounds at
a 10 �M concentration in a 96-well plate format identified 120
compounds that reduced the amount of HBV core DNA by more
than 70% compared to levels in the mock-treated controls. All the
primary hits were further tested in AML12HBV10 cells at an in-
creased range of concentrations (0.39 to 50 �M) to determine
antiviral activity (EC50) by dot blot hybridization and cellular tox-
icity (CC50) by an MTT assay. A total of 40 compounds were
confirmed to selectively inhibit HBV replication with EC50s of less
than 10 �M and without measurable cytotoxicity up to 50 �M.
Among the 40 confirmed hits, 36 compounds share a sulfamoyl-
benzamide pharmacophore moiety with functionality at the sul-
fonamide, amide, and the middle phenyl sites (Fig. 2). Another
four compounds are benzamide derivatives, which will be re-
ported elsewhere. Based on the different substitution patterns at
the amide linker, the sulfamoylbenzamide (SBA) derivatives can
be categorized into two groups, group 1 and group 2. Structures of
representative compounds, DVR-01 and DVR-23, from each
group are presented in Fig. 2.

Structure-activity relationship (SAR). Upon discovering SBA
derivatives that inhibited HBV replication, a structure similarity
search of our in-house chemical libraries consisting of 87,000
drug-like molecules revealed a total of 591 SBA derivatives, in
which 12 and 579 compounds were categorized into group 1 and
group 2, respectively. Study of the 12 group 1 SBA derivatives in
the AML12HBV10 and HepDES19 cells reveals that the Rx posi-
tion (Fig. 2) can accommodate cycloalkyl and open-ring alkyl
structures. However, when Rx is replaced with morpholine moi-
ety, the activity is totally lost. Halide substitution at the R7 and R9

positions proves to be beneficial to the activity. The compound
DVR-01 with a chlorine atom at the R9 and a cycloheptyl ring at
the Rx position displayed the best activity, with EC50s of 1.7 and
1.6 �M in AML12HBV10 and HepDES19 cells, respectively (Fig. 3
and data not shown). The compound has no measurable toxicity
in either cell line at 50 �M.

FIG 1 Experimental demonstration of the utility of the AML12HBV10 cell-
based assay for the discovery of antiviral drugs against HBV. (A) Structures of
three known anti-HBV compounds. (B) AML12HBV10 cells were seeded into
a 96-well plate and cultured in the absence of Tet for 24 h. Cells were then left
untreated (control, columns 11 and 12) or treated with 1 �g/ml Tet (column
10), serial 2-fold dilutions of lamivudine (100 �M to 0.78 �M; columns 1 to 3),
Bay 41-4109 (5 �M to 0.039 �M; columns 4 to 6), and AT-61 (25 �M to 0.39
�M; columns 7 to 9) for 2 days. Cell lysates were blotted onto a nylon mem-
brane and hybridized with a 32P-labeled full-length riboprobe specific to the
minus strand of HBV. The HBV DNA hybridization signals were revealed by a
phosphorimager and quantified with QuantityOne software (Bio-Rad). (C)
The HBV DNA amounts in the drug-treated wells were expressed as percent-
ages of the values of the mock-treated controls. The means and standard de-
viations (n � 3) were plotted.

FIG 2 Structures of representative hits from the high-throughput screening.
General formulas of the two classes of sulfamoylbenzamides and representa-
tive hit compounds of each class are presented.
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Study of the 579 group 2 SBA derivatives showed that the most
potent compounds in this series, DVR-23, DVR-43, and DVR-56,
displayed sub- or low-micromolar activity in both AML12HBV10
and HepDES19 cells (Fig. 2 and Table 1). All three compounds have
been resynthesized to gram quantity in-house. A side-by-side com-
parison demonstrated that the antiviral potency in human hepato-
cyte-derived cells of the representative analog DVR-23 is similar to
that of two well-known HBV inhibitors, lamivudine and Bay 41-4109
(Fig. 3A). DVR-23, DVR-43, and DVR-56 share common structural
features, with fluorine substitution at R2, R3, and R7 and alkyl substi-
tution at the Rx site. This could be the best combination for optimal
activity. Based on analysis of the biological data for the 579 com-
pounds, small cycloalkyl or open alkyl substitutions at Rx confer the
most potent antiviral activity (Table 1). However, the R2, R3, R4, R7,
R9, and Rx sites can also tolerate other substitution patterns for activ-
ity. Further lead optimization efforts are being carried out, and the
findings will be reported elsewhere.

SBAs inhibit the formation of pgRNA-containing nucleocap-
sids. As mentioned above, our screening assay was designed to

identify the compounds that inhibited the molecular events be-
tween viral protein synthesis and DNA replication. Interestingly,
the Southern blot hybridization results presented in Fig. 3A clearly
demonstrated that the molecular profiles of HBV DNA replica-
tion intermediates in HepDES19 cells treated with DVR-01, DVR-
23, or Bay 41-4109 were distinct from those treated with lamivu-
dine. As a viral DNA polymerase inhibitor, lamivudine directly
inhibited the elongation of HBV DNA synthesis as a chain termi-
nator and thus prematurely arrested viral DNA synthesis. As a
consequence, lamivudine treatment resulted in the accumulation
of immature forms of HBV DNA, such as single-stranded DNA,
but caused a reduction in the amounts of the mature rcDNA. In
marked contrast, Bay 41-4109, DVR-01, or DVR-23 treatment of
HepDES19 cells did not apparently alter the ratios of the single-
stranded viral DNA to rcDNA (Fig. 3B), suggesting that, like Bay
41-4109, a capsid assembly inhibitor, the two SBAs did not di-
rectly affect viral DNA synthesis but most likely inhibited a viral
replication step prior to viral DNA synthesis.

To further map the HBV replication step(s) inhibited by the
SBAs, AML12HBV10 cells were treated with a serial dilution of
three representative SBAs for 48 h. As positive controls, the cells
were also treated with Bay 41-4109 or AT-61, the known HBV
nucleocapsid assembly effectors that either inhibit capsid forma-
tion (Bay 41-4109) (40, 42) or prevent the encapsidation of viral
pgRNA into nucleocapsids (AT-61) (39, 43, 44). As shown in
Fig. 4, consistent with the proposed mechanism, a particle gel
assay revealed that Bay 41-4109 treatment completely abolished
capsid formation (Fig. 4B) and thus pgRNA encapsidation and
DNA synthesis (Fig. 4C, D, and E). In contrast, AT-61 treatment
did not affect capsid formation (Fig. 4B) but reduced the amounts
of encapsidated pgRNA (Fig. 4C) and the capsid-associated HBV
DNA (Fig. 4D and E). Similar to AT-61, all three SBA compounds
did not significantly alter the amounts of total HBV capsids
(Fig. 4B) but reduced encapsidated pgRNA and capsid-associated
HBV DNA in a dose-dependent manner (Fig. 4C, D, and E). The
results thus imply that, like AT-61, the SBAs did not affect the
formation of empty capsids but dose dependently inhibited the
formation or accelerated the decay of pgRNA-containing nucleo-
capsids. As a consequence, subsequent HBV DNA replication
could not occur.

SBAs do not inhibit WHV and DHBV replication. Nucleo-
capsid assembly of hepadnaviruses requires the orchestrated in-
teraction of multiple viral and host components (45). The process
begins with the binding of viral DNA polymerase, assisted by the
host cellular heat shock protein 90 (HSP90) chaperone complex,
to the stem-loop structure (ε) located at the 5= end of pgRNA (22,
45–48). The protein-pgRNA complex then recruits core protein
dimers or oligomers to assemble into a nucleocapsid (49, 50). It is
therefore conceivable that the observed inhibition of pgRNA-con-
taining nucleocapsid formation by SBAs could result from a direct
or indirect alteration of the structure and/or function of any host
and/or viral components involved in nucleocapsid assembly. In
order to identify the host or viral component(s) that mediate the
antiviral activity of SBAs, we first tested the antiviral activity of the
compounds against other animal hepadnaviruses, including
WHV and DHBV, in human hepatoma cells. This simple assay not
only determines the antiviral spectrum of the compounds, which
is important for selection of proper animal models for in vivo
antiviral efficacy studies in the future, but also helps to determine
if any of the common host components required for the folding

FIG 3 The antiviral activity of two representative sulfamoylbenzamide com-
pounds against HBV in human hepatoma cells. (A) HepDES19 cells were left
untreated (0) or treated with the indicated concentrations (�M) of DVR-01,
DVR-23, lamivudine, or Bay 41-4109 for 4 days. Cytoplasmic core-associated
HBV DNA replication intermediates were extracted and determined by South-
ern blot hybridizations. (B) The ratios of single-stranded (SS) to relaxed cir-
cular (RC) HBV DNA were determined.
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TABLE 1 Structure and activity relationship of SBA compounds against HBV in murine and human hepatocytes

Compound RX

Antiviral activity by cell line

AML12HBV10 HepDES19

EC50 (�M)a CC50 (�M) EC50 (�M)a CC50 (�M)

DVR-23 0.3 (�0.05) �50 0.1 (�0.01) �50

DVR-25 1.07 (�0.35) �50 2.58 (�1.70) �50

DVR-34 1.35 (�0.29) �50 2.21 (�0.04) �50

DVR-43 1.16 (�0.1) �50 2.32 (�1.22) �50

DVR-45 1.17 (�0.15) �50 0.46 (�0.38) �50

DVR-56 0.39 (�0.03) �50 0.14 (�0.09) �50

DVR-82 0.83 (�0.29) �50 2.22 (�0.64) �50

DVR-92 2.73 (�0.28) �50 1.64 (�1.48) �50

DVR-0104 4.43 (�1.09) �50 3.80 (�0.29) �50

DVR-0118 �50 �50 NDb ND

DVR-0119 10.19 (�2.01) �50 6.99 (�1.83) �50

DVR-0120 �50 �50 ND ND

DVR-0121 �50 �50 ND ND

(Continued on following page)
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and subsequent binding of viral DNA polymerase to pgRNA are
targeted by the SBA compounds.

The results presented in Fig. 5 and Table 2 show that, as ex-
pected, the viral DNA polymerase inhibitor lamivudine inhibited
the replication of all three hepadnaviruses. Bay 41-4109 efficiently
inhibited HBV and WHV but not DHBV replication, suggesting
that the compound is able to bind and disrupt the interaction of
the capsid proteins of only HBV and its closely related WHV but
not distantly related DHBV. Interestingly, like AT-61, the two
representative SBA compounds efficiently inhibited the replica-
tion of HBV but did not significantly inhibit WHV and DHBV.
These results indicate that the HSP90 chaperone complex re-
quired for the folding and pgRNA binding of both mammalian
and avian hepadnavirus DNA polymerases is most likely not the
target of the two classes of HBV replication inhibitors (51–54).
Instead, the compounds may directly or indirectly target one of
three HBV components (pgRNA, DNA polymerase, and capsid
protein) that are essential for nucleocapsid assembly.

HBV core protein confers the sensitivity of the virus to SBAs.
It was demonstrated previously that HBV and WHV polymerases
were each competent to recognize both HBV and WHV pgRNA
packaging signals to form heterologous DNA polymerase-pgRNA
complexes and to be encapsidated by either HBV or WHV capsid
protein (55, 56). The differential sensitivity of HBV and WHV to
the SBAs provided us a unique opportunity to identify the viral
target of the compounds through a heterologous genetic comple-
mentation study of the capsid protein, DNA polymerase, and
pgRNA between HBV and WHV.

We first intended to determine whether SBAs were able to in-

hibit the encapsidation of the HBV DNA polymerase-pgRNA
complex by WHV capsid protein and subsequent HBV DNA syn-
thesis. To this end, a plasmid encoding a capsid protein-deficient
HBV pgRNA was cotransfected with a plasmid expressing either
HBV or WHV capsid protein into HepG2 cells. The transfected
cells were mock treated or treated with the indicated concentra-
tions of lamivudine, Bay 41-4109, AT-61, or DVR-01, as specified
in the legend to Fig. 6, for 3 days. As shown in Fig. 6A and B,
analysis of cytoplasmic HBV core DNA by Southern blot hybrid-
ization demonstrated that, as expected, all the five drugs efficiently
inhibited HBV DNA replication in the cells cotransfected with the
plasmid expressing HBV capsid protein. In contrast, only lamivu-
dine and Bay 41-4109 efficiently inhibited HBV DNA replication
in the cells cotransfected with the plasmid expressing WHV capsid
protein. The results thus indicate that AT-61 and DVR-01 selec-
tively disrupt the pgRNA encapsidation by HBV but not WHV
capsid protein. In other words, it is the HBV capsid protein that
confers the sensitivity of the virus to SBAs and AT-61.

To further validate this notion, the plasmid encoding core-
deficient HBV pgRNA was cotransfected into HepG2 cells with a
plasmid expressing a polymerase-deficient WHV pgRNA. In the
transfected cells, core protein was provided by WHV, but DNA
polymerase was provided by HBV. However, the pgRNAs from
both HBV and WHV were competent for interaction with the
HBV polymerase and thus were encapsidated by WHV capsid
protein to form two distinct populations of nucleocapsids that
synthesized HBV and WHV DNA, respectively. Indeed, Southern
blot analysis of cytoplasmic core DNA revealed the synthesis of
both HBV and WHV DNA in the transfected cells was efficiently

TABLE 1 (Continued)

Compound RX

Antiviral activity by cell line

AML12HBV10 HepDES19

EC50 (�M)a CC50 (�M) EC50 (�M)a CC50 (�M)

DVR-0122 �50 �50 ND ND

DVR-0123 �50 �50 ND ND

DVR-0124 �50 �50 ND ND

DVR-0125 �50 �50 ND ND

a Mean values (� standard derivations) are presented from triplicate experiments.
b ND, not done.
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inhibited by lamivudine and Bay 41-4109 but not AT-61 and
DVR-01 (Fig. 6C and D). The results thus reinforce the notion
that HBV capsid protein, but not DNA polymerase and pgRNA, is
directly or indirectly targeted by the two antiviral compounds,
and thus they selectively inhibit HBV but not WHV replication.

SBAs efficiently inhibit the replication of nucleos(t)ide ana-
logue-resistant HBV variants. Long-term treatment of chronic
hepatitis B with nucleos(t)ide analogs can lead to the emergence of
drug-resistant HBV variants that bear mutations in the polymer-
ase gene of the virus and that ultimately result in treatment failure
(5). Antivirals effective against HBV variants resistant to the cur-
rently available HBV DNA polymerase inhibitors would have
enormous clinical value. Based on their distinct antiviral mecha-
nism, we expected that SBA compounds should be effective
against nucleos(t)ide analogue-resistant HBV. To confirm this
hypothesis, HepG2 cells were transiently transfected with a plas-
mid expressing wild-type (wt) HBV or one of the five main HBV
mutants that are resistant to lamivudine, adefovir, and/or enteca-
vir and treated with one of the three nucleoside analogues or the

two representative SBAs for 2 days. As expected, all five com-
pounds efficiently inhibited wt HBV DNA replication (Table 3).
Their antiviral potency against the wt HBV in this transient-trans-
fection assay system is generally consistent with that reported by
other investigators or obtained with the stable cell line-based as-
says reported herein (57). Also in agreement with the previous
reports, HBV variants bearing the mutation(s) rtM204I,
rtL180M/204V, or rtL180M/rtM204V/rtT184G/rtS202I were re-
sistant to lamivudine and entecavir but sensitive to adefovir (58,
59). As expected, the two known adefovir-resistant HBV mutants
were sensitive to lamivudine and entecavir. However, they were
also sensitive (rtA181V) or only slightly resistant (rtN236T) to

FIG 4 Antiviral mechanism of sulfamoylbenzamide derivatives against HBV.
AML12HBV10 cells were left untreated (control) or treated with the indicated
concentrations of the compounds of DVR-01, DVR-56, and DVR-23 for 2
days. Bay 41-4109 (5 �M) or AT-61 (25 �M) served as a positive control. (A)
Intracellular viral RNA was determined by Northern blot hybridization. 28S
and 18S rRNA served as loading controls. (B) The total amounts of nucleocap-
sids were determined by a particle gel assay. (C) Encapsidated pgRNA was
extracted and measured by Northern blotting. (D) Nucleocapsid-associated
HBV DNA was quantified by alkaline treatment of nucleocapsids on the mem-
brane following the particle gel assay and hybridized with a 32P-labeled HBV-
specific riboprobe. (E) HBV DNA replication intermediates were extracted
and determined by Southern blot hybridizations. Relative HBV RNA, capsids,
or DNA level in each sample is expressed as the percentage of the average level
of RNA, capsids, or DNA in the two mock-treated controls and is presented
underneath each of the blots. RC, DSL, and SS indicate relaxed circular, dou-
ble-stranded linear, and single-stranded HBV DNA, respectively.

FIG 5 Antiviral spectrum of sulfamoylbenzamide derivatives against hepad-
naviruses. HepG2 cells were transfected with plasmids pCMV-HBV, pCMV-
WHV, and pCMV-DHBV. Six hours after transfection, the cells were mock
treated or treated with 10 �M lamivudine, 2.5 �M Bay 41-4109, 25 �M AT-61,
10 �M DVR-01, or 5 �M DVR-23 for 3 days. Cytoplasmic core-associated
viral DNA replication intermediates were extracted and determined by South-
ern blot hybridizations with a 32P-labeled full-length riboprobe specific to the
minus strand of HBV, WHV, and DHBV. Relative viral DNA level in each
sample is expressed as the percentage of the average level of viral DNA in the
two mock-treated controls (NT) and is presented underneath each of the blots.
RC, DSL, and SS indicate relaxed circular, double-stranded linear, and single-
stranded viral DNA, respectively.

TABLE 2 Antiviral spectrum of the representative SBA compounds
against hepadnaviruses in human hepatoma cells

Compound

EC50 (�M) against:a

HBV WHV DHBV

Lamivudine 0.354 (�0.006) ND 0.433 (�0.057)
Bay 41-4109 0.343 (�0.012) 0.193 (�0.029) �2
AT-61 8.5 �20 �20
DVR-01 2.899 (�0.140) �10 �25
DVR-23 0.779 (�0.008) 3.867 (�0.856) �10
a Mean values (� standard derivations) are presented from duplicate experiments. ND,
not done.
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adefovir under this experimental condition. Interestingly, as pre-
dicted, all nucleoside analogue-resistant viruses were as sensitive
to DVR-01 and DVR-23 as the wt HBV. The antiviral efficacy of
the two SBAs in this assay system is consistent with that obtained
in HepDES19 and AML12HBV10 cells (Tables 1 and 3). Hence,
these results suggest that targeting nucleocapsid functions may
represent an interesting approach to the development of novel
HBV inhibitors to prevent and combat nucleos(t)ide analogue
drug resistance.

DISCUSSION

The therapeutic goals of chronic hepatitis B treatment are to re-
store normal liver function and prevent the development of cir-
rhosis, HCC, and liver failure. It has been convincingly demon-
strated thus far that inhibition of HBV replication by the currently
available antiviral drugs results in significant histological, bio-
chemical, and serological improvement and reduction of HCC
mortality and morbidity (60). However, the current antiviral ther-
apeutics fail to resolve HBV infection in the vast majority of
treated patients, and the achievement of therapeutic goals in these
patients requires long-term, possibly life-long, treatment, which
may ultimately fail due to the emergence of drug resistance and/or
intolerability from the long-term use of these drugs (10). Hence,
there is a pressing need for therapeutics that are able to either cure
HBV infection or induce a durable off-drug suppression of the
virus, which requires elimination and/or transcriptional silencing
of cccDNA, the most stable HBV replication intermediate. We
believe that therapeutic regimes with such pharmacological prop-
erties are most likely to come in the form of combination therapies
with multiple drugs that target different steps of HBV replication.
Thus, cccDNA formation can be prevented through more efficient
inhibition of nucleocapsid assembly or rcDNA production and
conversion to cccDNA, as well as by suppressing the emergence of
drug-resistant mutants and accelerating the loss of preformed
cccDNA.

To fulfill this goal, we have been developing cell-based assays
suitable for the discovery of antiviral drugs that inhibit HBV
replication in a high-throughput manner (33, 61, 62). The
AML12HBV10 cell-based assay reported herein is a reliable sys-
tem for discovering antivirals inhibiting key steps of viral replica-
tion, such as polymerase folding and interaction with pgRNA,
priming of minus-strand DNA synthesis, nucleocapsid assembly,
and DNA synthesis. Although the necessity to quantify HBV DNA
via dot blot hybridization significantly reduces the throughput of
the assay, to our knowledge, this is still the most efficient cell-
based assay for screening HBV replication inhibitors due to easier
handling of the cells, robust HBV replication, and the short time
of drug treatment. Except for certain nucleoside analogues, the
antiviral activity of compounds in AML12HBV10 cells is generally

FIG 6 Identification of the molecular target of sulfamoylbenzamide derivatives
by genetic complementation assays between HBV and WHV. HepG2 cells
were cotransfected with plasmids pCMVHBV/C� and pcDNA3/HBVcore
(A), pCMVHBV/C� and pcDNA3/WHVcore (B), or pCMVHBV/C� and
pCMVWHV/P� (C and D). Six hours after transfection, the cells were mock
treated or treated with 10 �M lamivudine, 2.5 �M Bay 41-4109, 25 �M AT-61, or
10 �M DVR-01 for 3 days. Cytoplasmic core-associated viral DNA replication
intermediates were extracted and determined by Southern blot hybridizations
with a 32P-labeled full-length riboprobe specific to the minus strand of HBV (A, B,
and C) and WHV (D). RC and SS indicate relaxed circular and single-stranded
HBV DNA, respectively. The sources of the capsid protein, polymerase, pgRNA,
and probe for hybridization for each of the experiments are presented below each
blot.

TABLE 3 Antiviral activity of representative SBA compounds against drug-resistant HBV mutants

Compound

EC50 (�M) against the indicated HBVa

wt rtL180 M/rtM204V rtA181V rtN236T rtM204I rtL180 M/rtM204V/rtT184G/rtS202I

Lamivudine 0.354 (�0.006) �10 0.090 (�0.001) 0.346 (�0.015) �10 �10
Entecavir 0.022 (�0.002) 0.778 (�0.405) 0.041 (�0.000) 0.018 (�0.003) 2.027 (�0.035) �10
Adefovir 0.349 (�0.002) 0.862 (�0.064) 0.360 (�0.004) 0.710 (�0.005) 0.440 (�0.002) 1.520 (�0.036)
DVR-01 2.899 (�0.140) 3.273 (�0.107) 3.180 (�0.347) 2.752 (�0.173) 2.567 (�0.057) 2.403 (�0.569)
DVR-23 0.779 (�0.008) 0.568 (�0.025) 0.159 (�0.031) 0.858 (�0.121) 0.149 (�0.010) 1.753 (�0.303)
a Mean values (� standard derivations) are presented from duplicate experiments.
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consistent with that obtained in human hepatoma-derived cell
lines. It is expected that automation of HBV DNA quantification
technology in the future will transform this assay into a true high-
throughput system.

Discovery of the SBA derivatives as antiviral agents against
HBV provides a novel chemical entity for the development of
therapeutics to treat chronic hepatitis B. In addition to their su-
perior antiviral activity, the SBAs are attractive drug-like mole-
cules that meet the classic Lipinsky rules of five, including calcu-
lated logP (cLogP) values of �5.0, molecular weight of �500, and
acidic pKa values that suggest good oral bioavailability (63). In-
deed, the lead SBAs, DVR-23 and DVR-56, demonstrated favor-
able in vitro absorption, distribution, metabolism, and excretion
(ADME) characteristics and pharmacokinetic profiles in mice
(data not shown). The sulfonamide moiety has also been the basis
of pharmacophores for drugs that are currently on the market.
Our SAR studies have thus far focused on the Rx moiety (selected
analogs are shown in Table 1), and additional modifications on
the amide and phenyl rings are being explored to further improve
the antiviral potency and pharmacological properties of these
compounds.

In all the mechanistic studies performed so far, the SBAs dem-
onstrated the same phenotype as AT-61. Specifically, both AT-61
and SBAs do not apparently affect the formation of empty capsids
but dose dependently inhibit the formation of pregenomic RNA-
containing nucleocapsids of HBV but not other hepadnaviruses,
such as WHV and DHBV (Fig. 4 and 5). Like AT-61 (16, 64), the
SBAs inhibited wild-type and nucleoside-resistant HBV with sim-
ilar potencies (Table 3). Furthermore, it is the HBV capsid pro-
tein, but not polymerase or pgRNA, that confers the sensitivity of
HBV to both AT-61 and SBAs. In fact, this is the first biological
evidence suggesting that HBV capsid protein is the molecular tar-
get of AT-61 (Fig. 6).

Interestingly, AT-61 and its analogue AT-130, two representa-
tive phenylpropenamide derivatives (65), were reported recently
by Katen et al. as HBV capsid assembly effectors (44). Unlike het-
eroaryldihydropyrimidines (HAPs; Bay 41-4109 as an example),
which interact with HBV capsid assembly intermediates to misdi-
rect the assembly reaction and induce the formation of noncapsid
polymers (42, 66), the phenylpropenamides increase both the rate
and extent of capsid assembly in vitro (44). Specifically, the phe-
nylpropenamides bind to the core protein with weak affinity and
induce the protein into a more assembly-active state. This increase
in the concentration of dimer in the active conformation results in
an increased nucleation rate, driving capsid assembly forward.
Based on this in vitro observation, it was proposed that the phe-
nylpropenamides inhibit HBV replication by accelerating the nu-
cleation of capsid proteins and driving capsid assembly at a rate
high enough to exclude the polymerase-pgRNA complex (44).

However, although these in vitro observations are consistent
with the findings made in our cell-based biological study indicat-
ing that HBV capsid protein is the molecular target of AT-61, it
remains to be determined whether the compound inhibits HBV
nucleocapsid assembly in virally infected cells through such a
mechanism. In fact, it is well documented that the carboxyl-ter-
minal domain (CTD) of capsid protein is essential for encapsida-
tion of pgRNA (67–69). Although the dynamic phosphorylation/
dephosphorylation of core protein has been biochemically
demonstrated to occur only in DHBV infection and associates
with nucleocapsid maturation and virion assembly/secretion (70,

71), accumulating genetic evidence suggests that the dynamic
phosphorylation/dephosphorylation of three serine residues in
the CTD of the HBV capsid protein is required for the assembly of
pgRNA-containing nucleocapsids (72–74). However, the in vitro
capsid assembly studies typically utilized C-terminally truncated
capsid protein devoid of the CTD (44). Hence, it is possible that
AT-61 disrupts pgRNA encapsidation through either direct inter-
action with the CTD or indirect interruption of the phosphoryla-
tion/dephosphorylation of HBV capsid protein. Furthermore, a
genetic study has also identified mutations in the N-terminal as-
sembly domain (NTD) of HBV capsid protein that do not inter-
fere with empty capsid assembly but prevent pgRNA packaging
(75). These observations imply that the assembly of empty capsids
and pgRNA-containing nucleocapsids has a distinct structural re-
quirement for capsid protein. It is thus also possible that AT-61
targets a distinct capsid protein interaction that is unique for the
assembly of nucleocapsids but not empty capsids.

Due to the complexity of nucleocapsid assembly, SBAs and
AT-61, despite having the same phenotypes displayed in our
mechanistic studies, do not necessarily inhibit HBV nucleocapsid
assembly via the same mechanism. Furthermore, the observation
that HBV capsid protein, but not polymerase and pgRNA, confers
the sensitivity of HBV to both AT-61 and SBAs does not necessar-
ily indicate that the two classes of antiviral compounds directly
target the capsid protein to disrupt its interaction with other cap-
sid proteins. It is conceivable that the compounds may alterna-
tively target the interface between the HBV capsid protein and
DNA polymerase and/or pgRNA and consequentially inhibit
pgRNA-containing nucleocapsid assembly. In addition, the com-
pounds could also indirectly alter the posttranslational modifica-
tions of HBV capsid proteins to prevent pgRNA encapsidation.
Nonetheless, deeper mechanistic insight into the two classes of
anti-HBV compounds should be obtained through structural
analysis of the interaction between the antiviral compounds and
HBV capsid protein and selection of drug-resistant HBV mutants
during in vivo antiviral efficacy studies in the future. Obviously,
these studies should help not only in elucidating the antiviral
mechanism of the compounds but also in understanding the mo-
lecular pathway of HBV nucleocapsid assembly.

In conclusion, a convenient cell-based assay has been designed
and implemented for the discovery of anti-HBV compounds.
SBAs represent a novel chemical entity with superior antiviral ac-
tivity against both wild-type and nucleoside analogue-resistant
HBVs, having a unique antiviral mechanism and favorable phar-
macological profiles. The compounds are thus warranted for fur-
ther development as antiviral therapeutics for the management of
chronic hepatitis B.
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