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ABSTRACT Chronic hepatitis B virus (HBV) infection is a global public health prob-
lem. Although the currently approved medications can reliably reduce the viral
load and prevent the progression of liver diseases, they fail to cure the viral in-
fection. In an effort toward discovery of novel antiviral agents against HBV, a
group of benzamide (BA) derivatives that significantly reduced the amount of cy-
toplasmic HBV DNA were discovered. The initial lead optimization efforts identified
two BA derivatives with improved antiviral activity for further mechanistic studies.
Interestingly, similar to our previously reported sulfamoylbenzamides (SBAs), the
BAs promote the formation of empty capsids through specific interaction with
HBV core protein but not other viral and host cellular components. Genetic evi-
dence suggested that both SBAs and BAs inhibited HBV nucleocapsid assembly
by binding to the heteroaryldihydropyrimidine (HAP) pocket between core pro-
tein dimer-dimer interfaces. However, unlike SBAs, BA compounds uniquely in-
duced the formation of empty capsids that migrated more slowly in native aga-
rose gel electrophoresis from A36V mutant than from the wild-type core protein.
Moreover, we showed that the assembly of chimeric capsids from wild-type and
drug-resistant core proteins was susceptible to multiple capsid assembly modula-
tors. Hence, HBV core protein is a dominant antiviral target that may suppress
the selection of drug-resistant viruses during core protein-targeting antiviral
therapy. Our studies thus indicate that BAs are a chemically and mechanistically
unique type of HBV capsid assembly modulators and warranted for further devel-
opment as antiviral agents against HBV.

IMPORTANCE HBV core protein plays essential roles in many steps of the viral repli-
cation cycle. In addition to packaging viral pregenomic RNA (pgRNA) and DNA poly-
merase complex into nucleocapsids for reverse transcriptional DNA replication to
take place, the core protein dimers, existing in several different quaternary structures
in infected hepatocytes, participate in and regulate HBV virion assembly, capsid un-
coating, and covalently closed circular DNA (cccDNA) formation. It is anticipated that
small molecular core protein assembly modulators may disrupt one or multiple steps
of HBV replication, depending on their interaction with the distinct quaternary struc-
tures of core protein. The discovery of novel core protein-targeting antivirals, such
as benzamide derivatives reported here, and investigation of their antiviral mecha-
nism may lead to the identification of antiviral therapeutics for the cure of chronic
hepatitis B.
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Hepatitis B virus (HBV) is a small DNA virus that chronically infects 240 million
people worldwide and causes 686,000 deaths annually due to various severe liver

diseases, including cirrhosis, hepatocellular carcinoma (HCC), and liver failure (1, 2). The
current standard care of chronic hepatitis B, including two formulations of alpha-
interferon (IFN-�) and six nucleos(t)ide analogues (NUCs), can efficiently reduce viral
load and prevent liver disease progression (3, 4) but fails to induce a durable off-drug
control of HBV replication in the vast majority of treated patients (5). This is mainly
due to their failure to completely suppress viral replication, eliminate the covalently
closed circular DNA (cccDNA), the nuclear form of the HBV genome and transcriptional
template of viral mRNA, and restore the dysfunctional host antiviral immune response
against the virus (6, 7). Accordingly, the discovery and development of novel thera-
peutics to completely stop HBV replication and eradicate or functionally inactivate
cccDNA, as well as activate the host antiviral immune response against HBV, are the
primary goals toward finding a cure for chronic hepatitis B (8–10).

HBV is the prototype member of the Hepadnaviridae family and contains a relaxed
circular DNA (rcDNA) genome, partially double stranded and 3.2 kb in length (11).
In spite of being a DNA virus, HBV replicates its genome via the protein-primed
reverse transcription of an RNA pregenome in a cytoplasmic nucleocapsid (12). HBV
core protein is a small polypeptide of 183 amino acid residues but exists in infected
hepatocytes as several distinct quaternary structures and plays multiple roles in the
viral replication cycle (13, 14). Specifically, in addition to assembly into capsids with 120
core protein dimers, the core protein dimers assemble the pregenomic RNA (pgRNA)-
viral DNA polymerase complex to form nucleocapsids, where HBV DNA synthesis takes
place. It is important to note that the nucleocapsid is not an inert container for viral
pgRNA and DNA. Rather, it is structurally metastable, functionally participates in the
process of reverse transcriptional replication of viral DNA, and plays critical roles in the
regulation of virion assembly and egress (15, 16) as well as rcDNA nuclear import,
nucleocapsid uncoating, and cccDNA formation via de novo infection and intracellular
amplification pathways (17–19). It has also been speculated that HBV core proteins may
associate with the cccDNA minichromosome, in an as-yet-undefined structural nature,
to modulate its structure and transcription activity (20–22). Intriguingly, the core protein
had also been shown to recruit cytokine-induced DNA cytosine deaminase APOBEC3A
or APOBEC3B to cccDNA minichromosome, which results in cytosine deamination and
decay of cccDNA (23). This remarkable finding implies that core protein can also be
“hijacked” by the host immune system for destabilization and elimination of cccDNA
(24).

In the effort toward discovery and development of novel antiviral agents against
HBV, five chemotypes of small molecules have, thus far, been reported to alter the
kinetics and pathway of core protein assembly (10). While heteroaryldihydropyrimi-
dines (HAPs), such as Bay 41-4109 and GLS4, misdirect capsid assembly to form
noncapsid polymers of core proteins (25–28), all other reported chemotypes of core
protein assembly modulators induce the formation of various sizes of capsids devoid of
viral pgRNA and DNA polymerase (29–32). Structural biology studies suggest that HAPs,
phenylpropenamides (PPAs), and sulfamoylbenzamides (SBAs) all bind to a hydropho-
bic pocket formed at the dimer-dimer interface near the C termini of core protein
subunits, with contributions from two neighboring core protein dimers (33). Bind-
ing of these molecules in the HAP pocket induces large-scale allosteric conformational
changes in core protein subunits and results in quaternary and/or tertiary structure
changes of capsids (34, 35). Thus far, several core protein assembly modulators have
been shown to inhibit HBV replication in mouse models in vivo and are currently under
preclinical or clinical development (28, 36).

We report here the discovery and mechanistic analysis of a novel chemotype of core
protein assembly modulators benzamide derivatives (BAs). Our results indicate that
similar to SBAs, BAs promote the formation of empty capsids through specific interac-
tion with HBV core protein by binding to the HAP pocket. We also provide evidence
suggesting that the C-terminal arginine-rich domain of core protein does not play a role
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in SBA- and BA-induced alteration of HBV capsid assembly. However, unlike SBAs, BA
compounds uniquely induce the formation of empty capsids that migrate significantly
slower in native agarose gel electrophoresis in cells replicating a genotype C HBV
containing core protein with A36V mutation than in cells with a wild-type (WT) HBV
core protein. Our studies thus indicate that BAs are a chemically and mechanistically
unique type of capsid assembly modulators and warranted for further development as
antiviral agents for treatment of chronic hepatitis B.

RESULTS
Discovery and optimization of benzamide derivatives that inhibit HBV

replication. Taking advantage of an immortalized murine hepatocyte (AML12)-
derived stable cell line (AML12HBV10) that supports robust HBV replication in a
tetracycline-inducible manner (37), we developed a high-throughput assay to screen
small-molecule libraries for inhibitors of HBV replication (29). The primary screening of
26,900 compounds revealed two groups of structurally distinct compounds, 36 sulfa-
moylbenzamide derivatives (SBAs) (29) and 4 benzamide derivatives (BAs), that selec-
tively inhibited HBV replication. The chemical structures of two representative BAs that
inhibit HBV replication with 50% effective concentrations (EC50s) of 2.3 �M (compound
1) and 9 �M (compound 2), without measurable cytotoxicity up to 50 �M by using the
standard 3-(4,5-dimethyl-2-thiazolyl)-2,5-diphenyl-2H-tetrazolium bromide (MTT) assay,
are presented in Fig. 1A. Our initial lead optimization efforts identified two compounds,
designated BA-26019 and BA-38017 (Fig. 1A), that inhibited HBV replication with EC50s
of 0.58 and 0.16 �M, respectively (Fig. 1B and C), for further mechanistic studies.

BA treatment prevents formation of pgRNA-containing nucleocapsids. To map
the HBV replication step(s) inhibited by the BAs, AML12HBV10 cells were treated
with the indicated concentrations of BA-26019 and BA-38017 for 48 h. As positive
controls, the cells were also treated with the HBV DNA polymerase inhibitor entecavir
(ETV) or capsid assembly modulators HAP derivative Bay 41-4109 (26, 38) and SBA
derivative DVR-23 (29). As shown in Fig. 2, consistent with its antiviral mechanism, ETV
treatment did not alter the levels of HBV pgRNA (Fig. 2A), core protein (Fig. 2B), encapsi-
dated pgRNA (Fig. 2C), and capsids (Fig. 2D) but significantly reduced the amount of viral
DNA (Fig. 2E). Also in agreement with previous observations and their antiviral mechanisms,

FIG 1 Identification of benzamide derivatives (BAs) that inhibit HBV replication. (A) Chemical structures of two primary
screening “hits,” two optimized lead benzamide derivatives, BA-26019 and BA-38017, as well as two reference sulfamoyl-
benzamide derivatives (DVR-23 and ENAN-34017) used in this study are presented. (B and C) AML12HBV10 cells were
treated with the indicated concentrations of compound BA-26019 or BA-38017 for 2 days. Cytoplasmic HBV core DNAs
were extracted and quantified by a qPCR assay and expressed as the percentage of the mock-treated controls. The means
and standard deviations (n � 4) were plotted. The cytotoxicity was determined by an MTT assay.
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the particle gel assay revealed that Bay 41-4109 treatment abolished capsid formation (Fig.
2D) and thus pgRNA encapsidation and DNA synthesis (Fig. 2C and E). In contrast, DVR-23
treatment did not alter the amount of capsids (Fig. 2D) but reduced the amounts of
encapsidated pgRNA (Fig. 2C) and the capsid-associated HBV DNA (Fig. 2E). Similar to
DVR-23, both BA-26017 and BA-38019 did not significantly alter the amounts of viral
pgRNA (Fig. 2A), core protein (Fig. 2B), and total HBV capsids (Fig. 2D) but reduced
encapsidated pgRNA and capsid-associated HBV DNA in a dose-dependent manner
(Fig. 2C and E). The results thus imply that, similar to SBAs, the BAs did not inhibit the
formation of capsids per se but did dose-dependently inhibit the formation of pgRNA-
containing nucleocapsids, which precludes viral DNA synthesis.

BAs alter capsid assembly and pgRNA encapsidation via specific interaction
with HBV core protein. HBV nucleocapsid assembly depends on the orchestrated
interaction of multiple viral and host cellular components. 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 (�) located at 5=-terminal
region of pgRNA (39, 40). HBV core protein dimers are then recruited to assemble the

FIG 2 Antiviral mechanism of BA derivatives against HBV. AML12HBV10 cells were cultured in the
presence of tetracycline (tet �) or in the absence of tetracycline and mock treated (tet �) or treated with
the indicated concentrations of the compound BA-26019 (1 and 3 �M), BA-38017 (1 and 3 �M), ETV (1
�M), DVR-23 (2 �M), or Bay 41-4109 (2 �M) for 2 days. (A) Intracellular viral RNA was measured by
Northern blotting hybridization. 28S and 18S rRNA were used as loading controls. (B) HBV core protein
(Cp) expression was detected by Western blotting with a rabbit polyclonal antibody (Dako). �-Actin
served as the loading control. The results were derived from two separate gels, as indicated. (C)
Encapsidated pgRNA was determined by Northern blotting. (D) The total amounts of capsids were
determined by a particle gel assay in a 1.0% agarose gel electrophoresis. Capsid-associated HBV DNA was
detected by hybridization upon alkaline treatment of nucleocapsids on the membrane following the
particle gel assay. (E) HBV DNA replication intermediates were extracted and determined by Southern
blotting. A 32P-labeled full-length minus-strand-specific riboprobe was used for Southern blot analysis.
RC, relaxed circular DNA; DSL, double-stranded linear DNA; SS, single-strand, negative-polarity DNA.
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protein-pgRNA complex into a nucleocapsid (41). In order to investigate the role of
HSP90 chaperone complex in BA inhibition of HBV replication, we first compared the
effects of BAs and HSP90 inhibitor DMAG [17-(dimethylaminoethylamino)-17-demethoxy-
geldanamycin] on HBV pgRNA encapsidation, capsid assembly, and DNA replication in
AML12HBV10 cells. As expected, both BAs and DMAG efficiently reduced the amounts
of encapsidated pgRNA and capsid-associated viral DNA (Fig. 3A and C) (42). Interest-
ingly, by increasing the agarose concentration from 1.0 to 1.5% in the particle gel assay,
HBV capsids in AML12HBV10 cells can be resolved into two distinct bands (Fig. 3B).
In spite of significant reduction of HBV core DNA that comigrated with the slower-
migrating capsids, ETV and DMAG treatment did not alter the migration profile of HBV
capsids. However, similar to DVR-23 treatment, BA-26019 and BA-38017 treatment
reduced the amounts of slow-migrating capsids but increased the amounts of fast-
migrating capsids. Intriguingly, the residual amounts of HBV DNA in DVR-23- and
BA-treated cells comigrated with the fast-migrating capsids (Fig. 3C). To investigate
whether BA treatment induces the formation of smaller capsids, cytoplasmic capsids
from mock-treated and BA-38017-treated AML12HBV10 cells were purified by ultracen-
trifugation and analyzed by negative-staining electron microscopy (EM). The capsids
from BA-38017-treated cells are similar in size and morphology to those from mock-
treated cells (Fig. 3D). However, although the molecular nature of two distinct popu-
lations of capsids remains to be determined, we speculated that similar to what occurs
with DVR-23, the inhibition of HBV pgRNA encapsidation by the BA derivatives is
mechanistically distinct from that of the HSP90 inhibitor and most likely occurs through
interaction with core protein or other viral components.

In order to identify the viral target of BA derivatives, we examined the effects of BAs
on HBV capsids and capsid-associated DNA in HepG2 cells transfected with plasmids
supporting HBV replication (pCMV-HBV or pHBV1.3), a pCMV-HBV-derived plasmid
deficient in polymerase protein expression (pCMV-HBVΔpol), or a pHBV1.3-derived
plasmid expressing a Y63F mutant DNA polymerase that is deficient in priming
negative-strand DNA synthesis (pHBV1.3polY63F). Particle gel assays revealed that
independent of the expression and functionality of viral DNA polymerase, Bay 41-4109
drastically reduced viral capsids. DVR-23 as well as the two BA derivatives induced the
accumulation of the fast-migrating capsids (Fig. 4). The results thus suggest that like
DVR-23, the BAs most likely target core protein, but not DNA polymerase, to inhibit
pgRNA encapsidation.

FIG 3 BA and SBA compounds alter HBV capsid migration in native agarose gel electrophoresis.
AML12HBV10 cells were cultured in the presence of tetracycline (tet �) or in the absence of tetracycline and
mock treated (tet �) or treated with BA-26019 (5 �M), BA-38017 (5 �M), Bay 41-4109 (2 �M), ETV (1 �M),
DVR-23 (2 �M), or DMAG (0.15 �M) for 2 days. (A) Encapsidated pgRNA was extracted and detected by
Northern blotting hybridization. (B) The capsids were separated in a 1.5% agarose gel electrophoresis,
transferred onto a nylon membrane, and detected by a rabbit polyclonal antibody against core protein
(Dako). (C) Capsid-associated HBV DNA was detected by hybridization with a 32P-labeled full-length HBV
minus-strand-specific riboprobe upon alkaline treatment of the membrane following the particle gel assay.
(D) Two representative electron micrographs of capsids purified from AML12HBV10 cells mock treated
(upper panel) or treated with 5 �M BA-38017 (lower panel) for 2 days. Bar, 100 nm.
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Molecular docking studies suggest that BA and SBA derivatives bind to the
HAP pocket. The assembly of capsids from core protein dimers is driven by hydro-
phobic interactions at the dimer-dimer interface. Structural biology studies have iden-
tified a hydrophobic pocket, designated the HAP pocket, at the dimer-dimer interfaces
near the C termini of core protein subunits (35). Binding of HAPs or PPAs in this pocket
strengthens protein-protein interactions by filling that gap, which induces large-scale
allosteric conformational changes in core protein subunits and results in quaternary
and/or tertiary structure changes of capsids (34, 35). Residue V124 of core protein forms
part of the wall of the HAP pocket. Replacing V124 with amino acid residues with a
hydrophobic side chain of different size partially fills the HAP pocket and alters capsid
assembly and interaction with capsid assembly modulators (43, 44). Specifically, the
V124A mutation (Fig. 5A, residue 124 in sticks), in which a smaller amino acid is
substituted, causes the pocket to open, unlike what is seen in the wild type, while
the V124F and V124W mutations insert more steric bulk into the binding site and begin
to close the pocket. In this study, we examined the effect of the core protein mutations
on ligand binding using computational docking. The docking grid, which specifies the
surface of the core protein to be sampled, was centered on residue W102, and the box
dimensions were large enough to span the dimer-dimer interface. All the docked poses
found the HAP binding site (Fig. 5B, C, and D), and all have a hydrogen bond with W102,
a key interaction that is present in cocrystal structures with capsid assembly modulators
(33–35). BA-38017 and ENAN-34017 were able to find binding poses on wild-type and
all of the mutant core proteins, but for Bay 41-4109, only binding poses on wild-type
and V124A were reported, with no poses being reported for the V124F and V124W
mutations, suggesting that these mutations could prevent binding of Bay 41-4109.
When examining the local binding energies’ docking scores, the scores become less
favorable when the mutations are introduced. Overall, the V124W mutation had the
least-favorable scores, followed by V124F and then V124A (Fig. 5E).

Genetic evidence suggesting that BA and SBA derivatives bind to the HAP
pocket. In order to experimentally confirm that SBAs and BAs do bind the HAP pocket
to disrupt capsid assembly and pgRNA encapsidation, we examined the effects of those
compounds, with ETV and Bay 41-4109 as controls, on the capsid assembly and viral

FIG 4 BA derivatives alter the capsid assembly in a viral DNA polymerase-independent manner. HepG2
cells were transiently transfected with plasmid pCMV-HBV or pCMV-HBV-Δpol (A) or with pHBV1.3 or
pHBV1.3polY63F (B). Six hours posttransfection, the cells were mock treated or treated with 5 �M
BA-26019, 5 �M BA-38017, 2 �M Bay 41-4109, or 2 �M DVR-23 for 48 h. The capsids were separated by
1.5% agarose gel electrophoresis, transferred onto a nylon membrane, and detected by a rabbit
polyclonal antibody against HBV core protein (Dako). Capsid-associated HBV DNA was detected by
hybridization with a 32P-labeled full-length HBV minus-strand-specific riboprobe upon alkaline treatment
of the membrane following the particle gel separation.
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DNA replication in HepG2 cells transfected with pHBV1.3-derived plasmids with core
protein V124A, V124L, V124F, or V124W mutation. In addition, a naturally occurring core
protein mutation, F97L, which is not involved in the contact between core protein
dimers but enhances both the rate and extent of capsid assembly relative to those for
the wild-type core protein, was also included as a control (45). As shown in Fig. 6A,
except for V124L mutant core protein that accumulated in the transfected cells at a
reduced level, all other mutant core proteins accumulated in the transfected HepG2
cells to a level similar to that of cells transfected with parental pHBV1.3. However,
particle gel assays showed that like wild-type core protein, F97L core protein assembled
two distinct populations of capsids, but V124A, V124F, and V124W core proteins
assembled predominantly slower- and fast-migrating capsids, respectively (Fig. 6B).
Analyses of core DNA by quantitative PCR (qPCR) (Fig. 6C) and Southern blot (Fig.
6D) assays consistently demonstrated that compared to that in the cells transfected
with wild-type HBV genome, the levels of HBV DNA replication intermediates in cells
transfected with each of the genomes expressing mutant core proteins were signifi-
cantly reduced. The reduced amount of core protein and undetectable levels of capsids
and viral DNA in pHBV1.3coreV124L-transfected cells strongly imply that the V124L
mutant core protein is incompetent to assemble stable capsids in HepG2 cells, and it
was thus eliminated from further studies.

Next, we tested the sensitivity of the mutant core proteins to the different chemo-
types of capsid assembly modulators on assembly of capsids in human hepatoma cells.
As shown in Fig. 6E and Table 1, while Bay 41-4109 efficiently abolished the accumu-
lation of capsids and inhibited viral DNA replication in the cells transfected with
pHBV1.3, pHBV1.3coreF97L, or pHBV1.3coreV124A, the HAP compound failed to alter the
migration of capsids and did not inhibit viral DNA replication in the cells transfected with
pHBV1.3coreV124W. In contrast, although Bay 41-4109 treatment efficiently induced the

FIG 5 Structural simulation and docking analysis. (A) Binding site (light blue area) between the core
protein dimer-dimer interface, with A, F, and W mutations of V124 shown as sticks. All the compounds
bound at the HAP pocket. (B) Binding pose of 38017, green compound; (C) binding pose of 34017,
magenta compound; (D) binding pose of Bay 41-4109, gray compound. V124 is shown in tan for each
pose, and part of chain C was hidden to visualize the binding site. (E) Docking energies for each of the
compounds with each mutant. n/p, no pose reported during docking.
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assembly of slower-migrating capsids in cells transfected with pHBV1.3coreV124F, the
compound failed to reduce the viral DNA replication in these cells. Overall, these results
are in agreement with the prediction of molecular docking results (Fig. 5E). Interest-
ingly, while treatment of BA-38017 and ENAN-34017 induced the assembly of fast-
migrating capsids in the cells transfected with pHBV1.3 or pHBV1.3coreF97L, the
mutant core protein V124A was partially resistant to BA-38017-induced change of
capsid assembly (Fig. 6E). Moreover, as shown in Table 1, HBV DNA replication in cells
transfected with pHBV1.3coreV124A was 3.8- and 5-fold more resistant to BA-38017
and ENAN-34017, respectively, than that in cells transfected with wild-type pHBV1.3. In

FIG 6 Replacement of core protein valine 124 with amino acids with different sizes of hydrophobic side
chains confers resistance to BA and SBA compound-induced alteration of capsid assembly. HepG2 cells
were transfected with plasmid pHBV1.3 or pHBV1.3-derived plasmids expressing core protein with F97L,
V124A, V124L, V124F, or V124W mutation. The cells were harvested at 48 h posttransfection. (A) HBV core
protein (Cp) expression was detected by Western blotting with a rabbit polyclonal antibody (Dako). (B)
Capsids and capsid-associated HBV DNA were detected by a particle gel assay. (C) Capsid-associated HBV
DNAs in the transfected cells were quantified by a qPCR assay, and the results were plotted as the
percentage of the amounts in pHBV1.3-transfected cells (n � 4). (D) HBV DNA replication intermediates
were detected by Southern blotting. (E) HepG2 cells were transfected with plasmid pHBV1.3 or pHBV1.3-
derived plasmids expressing core protein with F97L, V124A, V124L, V124F, or V124W. Six hours posttrans-
fection, the cells were mock treated or treated with 5 �M BA-38017, 10 �M 3TC, 2 �M Bay 41-4109, or 5
�M ENAN-34017 for 48 h. Cytoplasmic capsids were determined by a 1.5% agarose particle gel assay. (F)
Capsid-associated HBV DNAs in the transfected cells were quantified by a qPCR assay, and the results were
plotted as the percentage of the amounts in pHBV1.3-transfected cells (n � 4). (G) HepG2 cells were
cotransfected with pHBV1.3 and pHBV1.3coreV124F or pHBV1.3coreV124W in a molar ratio of 1:1. Six hours
posttransfection, the cells were mock treated or treated with BA-38017 (5 �M), 3TC (10 �M), Bay 41-4109
(2 �M), or ENAN-34017 (5 �M) for 72 h. Cytoplasmic capsids were analyzed by a particle gel assay.
Capsid-associated HBV DNA was quantified by hybridization with a 32P-labeled full-length HBV minus-
strand-specific riboprobe.
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addition, while BA-38017 and ENAN-34017 did not alter the electrophoresis migration
profile of capsids assembled from V124F and V124W core protein, HBV DNA replication
in cells transfected with a V124F core protein-expressing replicon is sensitive to
BA-38017 and ENAN-34017. In contrast, an HBV replicon expressing V124W core protein
was 13- and 100-fold more resistant to BA-38017 and ENAN-34017, respectively, than
wild-type HBV (Table 1). Those experimental data are generally in agreement with the
predictions of molecular docking studies and thus strongly suggest that BA-38017 and
ENAN-34017 modulate HBV capsid assembly by binding to the HAP pocket.

BAs and SBAs efficiently modulate the assembly of chimeric HBV capsids. It has
been demonstrated that wild-type core protein can coassemble with mutant V124 core
proteins to form chimeric capsids and partially rescue viral DNA replication (43) (Fig.
6F). However, it is possible that capsid assembly modulators can bind to wild-type core
protein and efficiently disrupt the assembly of replication-competent chimeric nucleo-
capsids. To test this hypothesis, HepG2 cells were cotransfected with pHBV1.3 and
pHBV1.3coreV124F or pHBV1.3coreV124W at a molar ratio of 1:1. The cells were mock
treated or treated with the indicated compounds. As shown in Fig. 6G, two populations
of capsids were detected in the cotransfected cells. Intriguingly, while Bay 41-4109
abolished the accumulation of the wild-type and V124F core protein chimeric capsids,
the compound induced the formation of slow-migrating capsids in pHBV1.3- and
pHBV1.3coreV124W-cotransfected cells. Consistent with the particle gel assay re-
sults, viral DNA replication in cells cotransfected with HBV replicons expressing
wild-type and V124F core proteins was completely sensitive to Bay 41-4109. However,
although the viral DNA replication in cells cotransfected with HBV replicons expressing
wild-type and V124W core proteins became sensitive to Bay 41-4109, compared to
wild-type capsids, it was still approximately 10-fold more resistant to Bay 41-4109
(Table 1). Interestingly, similar to what was seen in pHBV1.3-transfected cells, BA-38017
and ENAN-34017 induced the assembly of fast-migrating capsids in cells cotransfected
with pHBV1.3 and pHBV1.3coreV124F or pHBV1.3coreV124W (Fig. 6G). As expected,
BA-38017 and ENAN-34017 reduced the amount of viral DNA at a similar efficiency in
cells transfected with pHBV1.3 or pHBV1.3coreV124F alone or in combination. However,
compared to that in cells transfected with pHBV1.3coreV124W, viral DNA replication in
cells cotransfected with pHBV1.3 and pHBV1.3coreV124W was approximately 5- and
30-fold more sensitive to BA-38017 and ENAN-34017, respectively (Table 1). Our results
thus indicate that HBV core protein is a dominant target that can override the drug
resistance of mutant core proteins, in a variable degree, in the context of chimeric
capsid assembly.

The core protein C-terminal arginine-rich domain does not play a role in BA and
SBA modulation of capsid assembly. The amino acid residues 150 to 183 constitute the
C-terminal domain (CTD) of HBV core protein. This arginine-rich domain contains 3
major and 4 minor phosphorylation sites and plays an important role in the regulation
of pgRNA encapsidation, DNA replication, nucleocapsid uncoating, and nuclear trans-
port of rcDNA (46–50). Because a recent report showed that phosphorylation of the
three major serines in the CTD stabilized capsids (51), we tested whether the phos-
phorylation status of CTD modified the effects of capsid assembly modulators. To this
end, plasmid encoding wild-type or mutant core protein (in which, at the three major
or all seven potential phosphorylation sites, substitutions of either alanines to mimic
unphosphorylated protein or glutamates to mimic phosphorylated protein were per-

TABLE 1 Antiviral activity of representative compounds against wild-type and mutant HBV

Compound

Mean EC50 � SD (�M) against HBV with indicated mutation(s)a

None (WT) F97L V124A V124F V124W WT�V124F VT�V124W

Bay 41-4109 0.09 � 0.01 0.13 � 0.01 0.08 � 0.02 �2.00 �2.00 0.09 � 0.02 0.91 � 0.09
BA-38017 0.24 � 0.01 0.67 � 0.03 0.92 � 0.13 0.23 � 0.02 3.10 � 1.07 0.47 � 0.02 0.66 � 0.10
ENAN-34017 0.06 � 0.01 0.05 � 0.01 0.30 � 0.03 0.03 � 0.01 6.66 � 0.80 0.04 � 0.01 0.29 � 0.08
aFrom quadruplicate experiments.
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formed) was transfected into AML12 cells. As shown in Fig. 7A, expression of all the
mutant core proteins resulted in the assembly of capsids with a higher speed of
migration in native agarose gel electrophoresis. However, similar to the capsids assem-
bled from wild-type core protein, Bay 41-4109 treatment completely abolished the
accumulation of capsids, and BA-38017 and DVR-23 treatment efficiently induced the
formation of faster-migrating capsids in cells expressing all the mutant core proteins
(Fig. 7B). The result thus implies that the CTD phosphorylation status does not affect
core protein interaction with the three tested capsid assembly modulators.

To further investigate the role of arginine-rich CTD in SBA and BA modulation of
capsid assembly, a panel of pTRE2-derived plasmids expressing full-length or a series of
C-terminally truncated core proteins were constructed (Fig. 8A). Their proper expression
and the assembly of capsids in transfected AML12 cells were demonstrated by Western
blot and particle gel assays (Fig. 8B). Consistent with a previous report, although Cp144
was able to assemble into capsids, Cp149 failed to accumulate in AML12 cells, presum-
ably due to assembly of unstable capsids (46). Interestingly, like wild-type core protein,
most of the truncated core proteins assembled into a major species of slower-migrating
and minor species of faster-migrating capsids. However, the capsids assembled from all
truncated core proteins, except Cp177 and Cp144, migrated slightly slower than those
assembled from wild-type core protein (Fig. 8B, lower panel). As shown in Fig. 8C, while
Bay 41-4109 treatment completely abolished the accumulation of capsids, BA-38017
and DVR-23 treatment efficiently induced the shift of slow-migrating capsid species
toward fast-migrating species in cells transfected with plasmids expressing either
full-length or each of the C-terminally truncated core proteins.

Taken together, the results presented in Fig. 7 and 8 clearly demonstrated that
although the CTD of core protein does not play a direct role in capsid assembly (14),
posttranslational modification and mutation of CTD may change its exposure on the
surface of capsids and/or alter the net charge of capsids, which consequentially alters
the migration of capsids in native agarose gel electrophoresis. However, neither
phosphorylation nor arginine-rich motifs of the CTD play a role in HAP, SBA, and BA
modulation of capsid assembly.

FIG 7 The phosphorylation status of the CTD does not affect BA and SBA modulation of capsid assembly.
(A) AML12 cells were transfected with plasmid pCI-HBc, pCI-HBc-3A, pCI-HBc-3E, pCI-HBc-7A, or pCI-HBc-
7E. The cells were harvested at 48 h posttransfection. The cytoplasmic capsids were analyzed by a particle
gel assay. (B) AML12 cells were transfected with the indicated core protein-expressing plasmid. Six hours
posttransfection, the cells were left untreated or treated with 5 �M BA-26019, 5 �M BA-38017, 2 �M Bay
41-4109, or 2 �M DVR-23 for 48 h. The cytoplasmic capsids were analyzed by a particle gel assay.
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BAs efficiently inhibit the replication of Nuc-resistant strains of HBV. Long-term
treatment of chronic hepatitis B with NUCs can lead to the emergence of drug-resistant
HBV variants with specific mutations in the polymerase gene and result in treatment
failure. Based on their distinct antiviral mechanism, all five previously reported chemo-
types of capsid assembly modulators had been demonstrated to effectively inhibit
the replication of NUC-resistant HBV (29, 52). Not surprisingly, as shown in Table 2,
BA-38017 inhibited the replication of wild-type HBV and mutant HBV bearing specific
mutations in the polymerase gene conferring resistance to lamivudine, adefovir, and/or
entecavir with similar efficacy.

Furthermore, we also tested the effects of BA-38017 and ENAN-34017 on three
genotype B and one genotype C HBV clones derived from Chinese patients that are
sensitive or resistant to lamivudine or adefovir (ADV). Their GenBank accession numbers
and drug resistance profiles are presented in Table 3. As expected, while pHY634
demonstrated a high resistance to lamivudine and modest resistance to ETV, pHY6923
and pHY6945 were modestly resistant to adefovir. Interestingly, particle gel assays
revealed that all four HBV clones supported the accumulation of predominantly slow-

FIG 8 The arginine-rich CTD of HBV core protein does not play a role in BA and SBA modulation of capsid assembly. (A)
Sequences of wild-type or C-terminally truncated HBV core proteins expressed by plasmids. (B) AML12 cells were
transfected with vector plasmid or a plasmid expressing either wild-type full-length core protein or the indicated
C-terminally truncated core protein. The cells were harvested at 48 h posttransfection. Core protein (Cp) expression was
detected by Western blotting (top), and �-actin served as the loading control (middle). The cytoplasmic capsids were
analyzed by a particle gel assay (bottom). (C) AML12 cells were transfected with a plasmid expressing either wild-type core
protein or the indicated C-terminally truncated core protein. Six hours posttransfection, the cells were left untreated (NT)
or treated with 5 �M 26019, 5 �M BA-38017, 2 �M Bay 41-4109, or 2 �M DVR-23 for 48 h. The cytoplasmic capsids were
analyzed by a particle gel assay.

TABLE 2 Antiviral activity of representative compounds against drug-resistant HBV mutants

Compound

Mean EC50 � SD (�M)a

NUC sensitive, WT

ADV resistant
3TC resistant,
rtM204I

3TC/ETV resistant,
rtL180M, rtM204V,
rtT184G, rtS202IrtA181V rtN236T

3TC 0.029 � 0.0007 0.110 � 0.007 0.064 � 0.09 �10.000 �10.000
ETV 0.001 � 0.0001 0.002 � 0.001 0.0002 � 0.0001 0.055 � 0.0007 1.100 � 0.140
BA-38017 1.04 � 0.01 1.51 � 0.18 1.91 � 0.07 0.75 � 0.07 1.59 � 0.07
aFrom duplicate experiments.
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migrating capsids in transfected HepG2 cells and that treatment with any of the three
NUCs did not alter the electrophoresis migration profile of capsids in the cells (Fig. 9A).
However, treatment with either BA-38017 or ENAN-34017 efficiently shifted capsids
from slow- to fast-migrating species in cells transfected with pHY536207, pHY634, or
pHY692. However, while ENAN-34017 treatment of pHY6945-transfected cells failed to
induce the accumulation of faster-migrating capsids, BA-38017 treatment induced the
accumulation of novel capsid species that migrated slower than that in untreated cells.
Moreover, the total amount of capsids was reduced in pHY6945-transfected cells
treated with ENAN-34017 but not in those treated with BA-38017 (Fig. 9A). Consistent
with the observations made using the particle gel assay, examination of the SBA and BA
compounds on intracellular HBV core DNA revealed that only pHY6945 is modestly
resistant to BA-38017 (3-fold) and ENAN-34017 (6-fold); all other strains of HBV can be
efficiently inhibited by the two compounds (Table 3).

Interestingly, as shown in Fig. 9B, the core protein encoded by pHY634 has 7 amino
acid substitutions that are distant from the dimer-dimer interface, whereas the core

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

Plasmid (GenBank
accession no.) Genotype

Mean EC50 � SD (�M)a

3TC ETV ADV BA-38017 ENAN-34017

pHY536207 (AY220698.1) B 0.040 � 0.004 0.0002 � 0.00003 0.017 � 0.004 0.470 � 0.012 0.029 � 0.003
pHY634 (AY220697.1) B �3.000 0.007 � 0.004 0.028 � 0.011 0.390 � 0.047 0.021 � 0.007
pHY6923 (FJ518812.1) B 0.039 � 0.005 0.0003 � 0.00003 0.065 � 0.009 0.420 � 0.051 0.046 � 0.007
pHY6945 (FJ518813.1) C 0.032 � 0.005 �0.0002 0.057 � 0.009 1.500 � 0.565 0.180 � 0.038
aFrom quadruplicate experiments.

FIG 9 Effects of BA and SBA compounds on capsid assembly and DNA replication of clinically isolated strains of HBV. (A) HepG2
cells were transfected with the indicated plasmid containing a replication-competent HBV genome derived from Chinese
patients. Six hours posttransfection, the cells were mock treated or treated with BA-38017 (5 �M), ETV (0.125 �M), 3TC (1 �M),
ADV (0.2 �M), or ENAN-34017 (5 �M) for 72 h. Cytoplasmic capsids were analyzed by a particle gel assay. Capsid-associated
HBV DNA was quantified by hybridization with a 32P-labeled full-length HBV minus-strand-specific riboprobe upon alkaline
treatment of the membrane following the particle gel assay. (B) Amino acid sequence alignment with highlights of mutations.
(C) HepG2 cells were transfected with plasmid pTRE2-HBc or pTRE2-HBcA36V. The transfected cells were treated with BA-38017
(5 �M), Bay 41-4109 (2 �M), 3TC (1 �M), or ENAN-34017 (5 �M) for 72 h. Cytoplasmic capsids were analyzed by a particle gel
assay.
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protein of pHY6945 bears an A36V substitution that is approximately 10 Å from the HAP
pocket. However, molecule docking analysis revealed no differences in binding pose or
docking scores of BA-38017 or ENAN-34017 to wild-type and A36V mutant core
proteins. This may be due to the long-range changes introduced by this mutation not
being sampled by the current simulations. To experimentally test if this point mutation
confers resistance to the SBA and BA compounds, HepG2 cells were transfected with
pTRE2-derived plasmid expressing either wild-type or A36V mutant core protein and
treated with the indicated compounds for 48 h. In agreement with the results pre-
sented above, particle gel assays showed that while both BA-38017 and ENAN-34017
induced the accumulation of fast-migrating capsids in cells expressing wild-type core
protein, ENAN-34017 treatment did not alter A36V capsid migration but apparently
reduced the amount of capsids. In contrast, BA-38017 treatment induced the accumu-
lation of slower-migrating A36V capsids (Fig. 9C).

In summary, the results presented in this section further support the notion that the
antiviral activity of SBA and BA compounds depends solely on core protein and not
polymerase. Moreover, although both SBAs and BAs modulate capsid assembly by
binding to the HAP pocket, the two compounds distinctly interact with core protein
and induce different structural alterations of capsids (53).

DISCUSSION

Traditionally, virus-encoded enzymes have been the primary antiviral targets (54–
56). However, nonenzymatic viral structural and nonstructural proteins have now been
demonstrated to be viable targets of highly selective and potent antiviral agents, as
highlighted by the FDA approval of HCV NS5A inhibitors for treatment of chronic
hepatitis C (57) as well as the development of antiviral agents against distinct non-
structural proteins of many other RNA viruses (58). The genomes of all the viruses are
wrapped with capsid protein(s) to form nucleocapsids. Unlike viral enzymes, which
usually have their host cellular homologues, host cells do not encode any proteins that
are structurally and functionally similar to viral capsid proteins. Therefore, viral capsid
proteins are attractive and highly selective antiviral targets. Indeed, disruption of, or
interference with, nucleocapsid assembly and/or disassembly (uncoating) with small-
molecular capsid protein allosteric modulators represents a new frontier in the devel-
opment of novel antiviral agents against many medically important viruses, such as
human immunodeficiency virus (HIV) (59), HBV (14, 60), and dengue virus (61).

The results reported here extend our efforts in the discovery and development of
HBV core protein-targeting antiviral agents and demonstrate a novel chemotype of
small molecular compounds, benzamide derivatives, that specifically disrupt HBV core
protein assembly through binding to the hydrophobic HAP pocket between core protein
dimer-dimer interfaces. Similar to SBAs and PPAs, the BAs induce the formation of capsids
that are devoid of viral RNA and migrate faster in native agarose gel electrophoresis than
do wild-type capsids. However, it is not yet known how those capsid assembly modulators
reduce pgRNA encapsidation and favor the empty-capsid assembly. One possibility is
that those compounds interact with core protein dimers to accelerate the assembly of
empty capsids, which results in the depletion of core protein dimers for encapsidation
of the pgRNA-viral DNA polymerase complex. Alternatively, encapsidation of the pgRNA-
viral DNA polymerase complex requires distinct interactions between core protein
subunits and binding of core protein assembly modulators alters the geometry of
interdimer contacts and consequentially inhibits nucleocapsid assembly. Interestingly,
although the phosphorylation and the arginine-rich motifs in the CTD of core protein
have been demonstrated to play important roles in pgRNA encapsidation via unknown
mechanisms, our studies strongly suggest that the CTD does not play a significant role
in HAP, BA, or SBA modulation of capsid assembly.

It is quite interesting that binding of different core protein assembly modulators into
the HAP pocket induces the formation of different assembled products, ranging from
noncapsid polymers to empty capsids of different sizes, as revealed by electron
microscopic (EM) observation. Moreover, determination of the crystal structure of
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the HBV capsids in complex with three different HAPs demonstrated that each HAP
compound induces distinct allosteric responses of core protein and results in different
quaternary and tertiary structural changes of core protein subunits in assembled
capsids (53). In this study, we showed that a 1.5% native agarose gel electrophoresis-
based particle gel assay is a very sensitive and convenient method to reveal the
alterations of assembled capsids, due to either core protein mutation or treatment of
capsid assembly modulators. In principle, alteration of electrophoresis mobility in the
native agarose gel may indicate the change of capsids in size, shape, and/or net charge
on surface. However, the correlation between the capsid electrophoresis mobility shifts
and structural/biophysical changes of capsids remains to be established. Particularly,
although previous cryo-EM studies showed that full-length and C-terminally truncated
(Cp154, Cp164, and Cp167) core proteins self-assembled into structurally very similar
capsids (62), the particle gel assay clearly demonstrated that the C-terminally truncated
cores migrated slower than did wild-type cores (Fig. 8). Moreover, despite the fact that
EM analysis did not reveal differences in size between the capsids from untreated and
BA-38017-treated cells (Fig. 3D), induction of faster-migrating-capsid formation from
wild-type and most of the tested mutant core proteins is a common feature of SBA and
BA compounds. Similarly, filling the HAP pocket with larger amino acid side chains also
induces the formation of faster-migrating capsids (Fig. 6). Interestingly, as shown in
Fig. 3, the residual HBV DNAs in SBA- and BA-treated cells are also associated with
the faster-migrating capsids. Hence, formation of faster-migrating capsids should
be one of the reliable diagnostic parameters for compounds that bind the HAP
pocket and allosterically alter capsid assembly. In contrast, failure to induce the
formation of faster-migrating capsids is an indicator of resistance of a core protein to a
capsid assembly modulator. However, the formation of slower-migrating A36V capsids in
BA compound-treated cells is an exception. In addition, Bay 41-4109 treatment also
induced the assembly of slower-migrating V124F capsids. Those observations imply
that the structures of core protein assembly products are determined by distinct
interactions between the specific core assembly modulators and core proteins. Never-
theless, further investigation with additional mutant HBV core proteins and capsid
assembly modulators, in combination with structural biological and biophysical anal-
yses of the assembled capsids, is required to establish the structural and biophysical
basis for the electrophoresis mobility changes of capsids.

The emergence of drug-resistant viruses frequently results in treatment failure with
direct-acting antiviral agents. This is, particularly, a tremendous problem for chronic
viral infections requiring a long-term antiviral therapy. The common practice to reduce
the selection of drug resistance is combination therapy with antivirals targeting mul-
tiple viral functions (63, 64). However, although drug-resistant viruses usually exist in
inocula and pretreated individuals at a very low frequency and can be selected during
antiviral therapies, a drug-resistant mutation first occurs in an infected cell in the
presence of many drug-susceptible genomes. For antiviral drugs that target monomeric
viral enzymes and other proteins, the presence of drug-sensitive genomes and their
transcribed/translated products in infected cells does not prevent the selection of
drug-resistant viruses (65). In contrast, for drugs targeting the packaging and function
of oligomeric viral structures assembled in trans from single or multiple viral compo-
nents, such as capsids, cccDNA minichromosomes, and ribonucleoprotein (RNP) com-
plexes, the oligomeric structures that contain drug-resistant subunits will also contain
drug-susceptible ones in infected cells. If the ratio of susceptible to resistant subunits
is high enough, the assembly and function of the chimeric structures will be susceptible
to the antiviral agents (65). Such genetically dominant antiviral targets have been
demonstrated recently for envelope protein of vesicular stomatitis virus (66) and
capsids of poliovirus (67) and dengue virus (68). In this study, we provide strong
evidence suggesting that the assembly of chimeric capsids from wild-type and drug-
resistant core proteins is susceptible to multiple capsid assembly modulators (Fig. 6).
Hence, HBV core protein is also a dominant antiviral target. Unlike DNA polymerase
inhibitors, treatment of capsid assembly modulators may suppress the selection of drug

Wu et al. Journal of Virology

August 2017 Volume 91 Issue 16 e00519-17 jvi.asm.org 14

http://jvi.asm.org


resistance. Due to the lack of cell culture systems supporting efficient multiple rounds
of HBV infection and spread (22, 69), this unique therapeutic feature of capsid assembly
modulators can be examined only in future clinical trials.

In conclusion, the work reported here strongly suggests that the interaction of
different capsid assembly modulators with core protein dimers induces distinct allo-
steric changes and results in the assembly of structurally different core protein oligom-
ers and capsids. Considering the multiple roles of core protein in the HBV life cycle, it
can be anticipated that pharmacological targeting of core protein not only should
disrupt pgRNA encapsidation but also may alter core protein metabolism and function
in other aspects of HBV replication and virus-host interaction, such as formation and
transcriptional activity of cccDNA as well as activation of the host immune response (17,
24, 70). The discovery of novel core protein-targeting molecules, such as the benzamide
derivatives reported here, and investigation of their antiviral mechanism and extended
biological consequences should ultimately lead to the identification of core protein-
targeting antiviral agents that potently suppress HBV replication and cure chronic
hepatitis B.

MATERIALS AND METHODS
Cell culture and reagents. Human hepatoblastoma cell line HepG2 and immortalized mouse

hepatocytes AML12 were maintained in Dulbecco’s modified Eagle medium (DMEM)/F12 medium
(Invitrogen) supplemented with 10% fetal bovine serum, 100 U/ml penicillin, and 100 �g/ml strepto-
mycin. AML12HBV10 is an AML12-derived stable cell line supporting replication of a stably transfected
envelope protein-deficient HBV genome in a tetracycline-inducible manner (37, 71). This cell line was
maintained in DMEM/F12 medium (Invitrogen) supplemented with 10% fetal bovine serum, 100 U/ml
penicillin, 100 �g/ml streptomycin, 1 �g/ml tetracycline, and 400 �g/ml G-418. Removal of tetracycline
from the culture medium will initiate HBV pgRNA transcription and DNA replication. Lamivudine (LAM)
and adefovir (ADV) were purchased from Sigma. Entecavir (ETV) was provided by William S. Mason at Fox
Chase Cancer Center, Philadelphia, PA. Bay 41-4109 was provided by Lai Wei at the Hepatology Institute
of Beijing University, China. Sulfamoylbenzamides and benzamine derivatives used in this studies were
synthesized in-house (29). 17-DMAG was purchased from InvivoGen. Rabbit anti-HBc antibody was
obtained from Dako (catalog number B0586).

Plasmids. pCMV-HBV expressing HBV pgRNA under the control of the cytomegalovirus (CMV)
immediate early promoter, wild-type HBV replicon pHBV1.3mer, and pCMV-HBV-Δpol have been de-
scribed previously (72–74). The pTRE2-derived plasmids containing a wild-type or mutant HBV genome
in DNA polymerase gene, including pTREHBV, pTREHBV/rtA180V, pTREHBV/rtN236T, pTREHBV/rtM204I,
pTREHBV/rtL180M, and pTREHBV/rtL180M/rtM204V/rt184G/rtS202I, were constructed and reported pre-
viously (71, 75). Information on the sequence and construction of the wild-type or NUC-resistant HBV
genotype B and C plasmids, including pHY536207, pHY634, pHY6923, and pHY6945, has been published
previously (76). The plasmids pCI-HBc-WT, pCI-HBc-3A, pCI-HBc-3E, pCI-HBc-7A, and pCI-HBc-7E were
gifts of Jianming Hu at Pennsylvania State University (46).

pHBV1.3-derived plasmids expressing mutant polymerase Y63F or mutant core proteins with F97L,
V124A, V124F, V124L, or V124W mutation were generated by an overlapping PCR strategy. For instance,
to generate the V124A mutant core protein-expressing HBV replicon plasmid, two DNA fragments were
amplified with F172 sense primer (5=-ATATATGCATGCGTGGAACCTTTTCGGCTCCTCTG-3=) and V124A
antisense primer (5=-GGAGTGCGAATCCACGCTCCGAAAGACACCA-3=) or V124A sense primer (5=-TGGTGT
CTTTCGGAGCGTGGATTCGCACTCC-3=) and R2116 antisense primer (5=-ATATATGAATTCCACTGCATGGCC
TGAGGATGAGTGTT-3=). The PCR products were purified and mixed together in a molar ratio of 1:1. The
mixture was amplified with F172 and R2116 primers. The resultant DNA fragment was digested with SphI
and EcoR I for replacement of the corresponding DNA segment in pHBV1.3. The resulting plasmid was
designated pHBV1.3core-V124A. For the construction of plasmids expressing full-length and C-terminally
truncated core proteins, the HBV genome regions encoding the full-length and the C-terminally
truncated core proteins were amplified by PCR using pHBV1.3 as a template. The PCR products were
cloned into a pTRE2 vector. All plasmids were confirmed by DNA sequencing. Sequences of the primers
used in the construction of those recombinant plasmids are available upon request.

Antiviral activity and cytotoxicity assays in AML12HBV10 cells. AML12HBV10 cells were seeded
into 24-well plates at a density of 1 � 105 cells per well and cultured in DMEM/F-12 medium with 1 �g/ml
tetracycline. One day after seeding, the cells were mock treated or treated with a serial dilution of
compounds, ranging from 10 �M to 0.16 �M, for 2 days in the absence of tetracycline. Intracellular HBV
core DNA was extracted as described previously (71) and quantified by a real-time PCR assay using the
LightCycler 480 SYBR green I Master PCR kit (Roche) with primers 5=-GGCTTTCGGAAAATTCCTATG-3=
(sense) and 5=-AGCCCTACGAACCACTGAAC-3= (antisense). The PCR was carried out as follows: denatur-
ation at 95°C for 5 min, followed by 40 cycles of amplification consisting of 95°C for 15 s and 60°C for
30 s. 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, 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
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tetracycline. One day after seeding, cells were left untreated or treated with a serial dilution of testing
compounds, ranging from 50 �M to 0.2 �M, for 2 days. The cell viability was measured by an MTT assay
by following a procedure provided by the manufacturer (Invitrogen). The cytotoxicity of a compound
was expressed as the concentration of compound that reduced the viability of the cells by 50% (50%
cytotoxic concentration [CC50]).

Electron microscopic analysis of capsids. AML12HBV10 cells were mock treated or treated with 5
�M BA-38017 for 2 days. HBV capsids in the cell lysates were purified by sucrose gradient centrifugation
(18) and detected by EM after negative staining with UranyLess (Electron Microscopy Sciences).

Computational analyses of the binding affinity of core protein assembly modulators. The HBV
core protein sequence used in the simulations was downloaded from the Protein Data Bank, identifica-
tion number 5e0i (77). The protein structure was prepared using the Protein Preparation Wizard, a
module in Schrödinger’s Small Molecule Drug Discovery Suite (78). Each mutant was generated with an
amino acid replacement and then subjected to energy minimization prior to docking. The minimization
method used was Polak-Ribier conjugation gradient (PRCG) with a maximum number of iterations of
2,500, a convergence on a gradient, and a convergence threshold of 0.05. Ligands were prepared using
the ligand preparation tool and were generated at possible states at a target pH of approximately 7.0 �
0.5. Ligands were docked using extraprecise docking in the Glide module. The docking grid was centered
on residue W102 with box dimensions of 20 Å. The energy minimization and docking protocols were run
in triplicate to generate error bars.

Transient-transfection assay. HepG2 or AML12 cells were seeded in 24-well plates and grown to
approximately 70% confluence. Cells were then transfected with 0.25 �g desired plasmid(s) using 1.25
�l Lipofectamine 2000 (Invitrogen) per well. Six hours posttransfection, the culture media were replaced
with fresh media or media containing the desired concentrations of compounds and cultured for an
additional 72 h. Intracellular HBV core protein, encapsidated pgRNA, and core DNA were examined with
the assays specified below.

HBV nucleic acid analyses. Total cellular RNA was extracted with TRIzol reagents (Invitrogen).
Encapsidated viral RNA was extracted as described previously (79). Three micrograms of total RNA or
one-half of the encapsidated RNA from each well of the 12-well plates was resolved in a 1.5% agarose
gel containing 2.2 M formaldehyde and transferred onto a Hybond-XL membrane in 20� SSC buffer (1�
SSC is 0.15 M NaCl plus 0.015 M sodium citrate). For the detection of HBV RNA, membranes were probed
with an [�-32P]UTP-labeled plus-strand-specific full-length HBV riboprobe. HBV core DNA from
AML12HBV10 cells or transiently transfected HepG2 cells was extracted as previously described and
quantified by either a qPCR or a Southern blot hybridization assay and probed with an [�-32P]UTP-labeled
minus-strand-specific full-length HBV riboprobe (29).

Western blot assay. Cell monolayers were washed once with phosphate-buffered saline (PBS) buffer
and lysed with 1� Laemmli buffer. A fraction of cell lysate was separated on 12% Nupage bis-Tris gels
(Invitrogen) and electrophoretically transferred onto a nitrocellulose membrane (0.45 �m; Millipore,
Billerica, MA). Membranes were probed with antibodies against HBc (Dako) or �-actin (Millipore). Bound
antibody was revealed by IRDye secondary antibodies and visualized by a Li-COR Odyssey system.

Particle gel assay. HBV capsids and associated viral DNA were analyzed by a native agarose gel
electrophoresis-based assay (37).
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