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HBV Replication and HBeAg Production are CpAMis Interfere with HBV RNA Packaging
Reduced in CpAM Treated AD38 Cells in Induced AD38 cells

Approximately 240 million people worldwide are chronically infected with Hepatitis B virus . MacSynergy Il Analysis CompuSyn Analysis
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facilitated with the addition of a novel class of anti-HBV molecules. The HBV core protein is a .
highly conserved viral protein that has no human homolog and is involved in multiple steps of 201 207 Encapsidated HBV RNA ABI-HO0731 PK Profile
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Compounds: Entecavir® (ETV) (Nuc inhibitor) was purchased from ACME Bioscience (USA). CpAM inhibitor e CpAMs displayed ECs,s ranging from 23 to 172nM in reducing viral replication » While ETV reduced the quantity of encapsidated HBV DNA, an ncrease (~50%) in packaged HBV RNA and the release of virions Time (hr) Time (hr)
GLS4 was svnthesized by published orocedures® ' o CpAMs reduced HBeAg (surrogate for establishment of cccDNA) with a similar range of ECsgs (32 to 150 nM), while ETV failed containing HBV RNA was observed
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Cell lines and compound treatments: AD38 cells® were seeded in 96-well plates, induced and treated with e No lossin cellviability was observed forany CpAMs within the range of concentrations tested ™ "“gkg) () “ (') “ ‘m"“”kg’ L/
compounds. Supernatants and cells were harvested at 5 days post-induction. HepG2-NTCP cells were infected H Mouse 50 30 20 S8l >33 B ' ' e
with AD38 virus at MOI 25 and treated with CpAMs at indicated concentrations. Supernatants and cells were Surface Plasmon Resonance Evaluatlon Of IV 1 3.27 10.2 7.6 3.16 1.74
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HBV DNA/pgRNA quantification: HBYV DNA/pgRNA levels were quantified by Tagman quantitative PCR CpAMS Inhibit Establishmentof cccDNA in a CpAM Corslrroizllnizszomon = = =2 = 2 =
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(GQPCR or RT-gPCR) using primers and probe specific to the HBV core gene. HepG2-NTCP HBV Infection Model ABIHO731 ABI-HOS03 ey o Z = T e . 62
HBV encapsidated DNA/RNA extraction: HBV capsids were precipitated using 10% PEG and treated with _ - ' - -

NR = not reported

MNase to remove residual RNA/DNA. Encapsidated HBV DNA/RNAwas extracted using commercial kits.
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aeeline. Assoctation ssociation aseline. Assoctation issociation e Prototype compound ABI-HO0731 exhibited low clearance (4-11% of liver blood-flow) following IV administration
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HBeAg/HBsAg levels quantification: HBe and HBs antigens were quantified usingcommercial enzyme-linked

immunosorbent assay (ELISA) kits (Autobio Diagnostics and Beijing Wantai Biological Pharmacy Enterprise Co, —e— ABI-H0731 - ABI-H0731 2 2 g - e Good oral bioavailability was achieved (37-75%) in solution formulation following oral gavage administration in mice, rats and
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ECs, calculations: ECs, values were derived from non-linear regression analyses calculated using GraphPad {: GLS4 {. N gflsliosos g o g | il A Ay ABI-HO731 exposures increased with dose from 30-100 mg/kg (data not shown) o
Prism software. 100 == ETV 100d Tt X \ iy 0 v - e Pharmacokinetic behavior of ABI-H07 31 is consistentwith having potential foronce daily dosingin humans
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and HelLa H1-A cells infected with HRV-16 and treated with compounds. After 72 hr, cell survival was ; 60 ,3 60- e Surface plasmon resonance (SPR) sensorgrams of CpAM binding to the HBV core protein demonstrate differences in behavior
determined by CellTiter-Glo Luminescent Cell Viability (CTG)Assay (Promega). - - bonding between different CpAMs Conclusions

L . ) ) ) ) 404 40 e ABI-H0731 exhibited slower on-and off-rates, with a half-life on the order of minutes
Cytotoxicity assays: CCs v_alues were de’Fermlned in six cell lines (HepG2, Hu_h7, HeLa H1-A, PBMC, : 1 e ABI-H0808 exhibited a stronger binding affinity and an even slower off-rate, with a half-life on the order of hours
HEK293, MOLT-4) representative of different tissues. Log phase cells were treated with compounds for 4 days 20 204
and cell viability was determined using CTG assay. Uninfected cells treated with DMSO were used as controls : 1 e A new series of potent and selective CpAMs have been identified and their effects upon the
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Drug combination studies: AD38 cells were induced and treated with various ratios of ABI-H0731 and ETV Concentration (uM) Concentration (uM) CpAMS ShOW ACtI\"ty SpECIfIC to HBV and e CpAMs potently inhibit HBV replication and reduce HBV antigens (surrogate for

for 5 days. Synergy analyses were performed using both MacSynergy 11 and CompuSyn’ software.

are Genera"y Non-Cytotoxic establishment of cccDNA) in bothinduced AD38 cells and HBV infected cells
e Different CpAMs within this series have distinct antiviral and core protein binding profiles
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