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Supplementary Materials and Methods
Surface plasmon resonance (SPR) analysis
Binding affinity between recombinant His-NTCP and NTCP peptides was evaluated by SPR analysis using a Biacore X100 (GE Healthcare) instrument as described previously (Kaneko et al., 2018).  His-NTCP diluted to the indicated concentrations with running buffer (10 mM HEPES pH 7.4, 150 mM NaCl, 3 mM EDTA, 0.05% Tween 20, 5% DMSO) was injected for 120 seconds over NTCP peptides that had been immobilized on streptavidin-coated sensor chips.  The resulting data were analyzed using Biacore X100 evaluation software (GE Healthcare, ver. 2.0.1).
siRNA transfection
siRNA was transfected to the cells at 30 nM using Lipofectamine RNAiMAX (Thermo Fisher Scientific) according to the manufacturer’s protocol.


Supplementary Figures
Supplementary Figure 1.
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Supplementary Figure 1.  The raw data of the immunoblot shown in Fig. 5B-a.


Supplementary Figure 2.
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Supplementary Figure 2.  NTCP (upper panel) and actin as an internal control (lower panel) were examined by immunoblot analysis of primary human hepatocytes treated with or without the indicated compounds (40 M Ro41-5253 or 25 M troglitazone, pioglitazone, or ciglitazone) for 72 h.


Supplementary Figure 3.
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Supplementary Figure 3.  NTCP (upper panel) and actin as an internal control (lower panel) were examined by immunoblot analysis of HepG2-hNTCP-C4 cells transfected with 30 nM si-NTCP for 72 h or treated with or without 40, 80, and 160 nM preS1 peptide for 8 h.  The values below the panels indicate the relative band intensities for these proteins quantified by densitometry.


Supplementary Figure 4.
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Supplementary Figure 4.  Surface plasmon resonance (SPR) analysis of interaction between recombinant His-NTCP and the NTCP fragment peptides (aa 1-20, aa 221-240, or aa 271-290).  Varying concentrations (500250, 125, and 62.5 nM) of His-NTCP were incubated over a sensor chip immobilized with the indicated NTCP fragment peptides from 0 to 120 seconds.  After 120 seconds, compound-free buffer was incubated.  The SPR responses are indicated in resonance unit (RU).


Supplementary Figure 5.
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Supplementary Figure 5.  Cell viability of HepG2-hNTCP-C4 cells treated with or without the indicated peptides [preS1 or NTCP peptides (aa 1-20, aa 221-240, or aa 271-290)] was measured by MTT assay.


Supplementary Figure 6.
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[bookmark: _GoBack]Supplementary Figure 6.  Cotreatment of troglitazone with an attachment inhibitor, myrcludex-B.  HepG2-hNTCP-C4 cells treated with the indicated concentrations and combination of compounds were inoculated with HBV as shown in Fig. 1B.  HBV infection was evaluated by detecting HBs antigen secreted into the culture supernatant by ELISA.  Data are shown as mean ± SD.  Statistical significance was determined using a two-tailed non-paired Student’s t-test (*P < 0.05, **P < 0.01).
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