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S1 Fig. Cell variability of all chemicals and HCV inhibition of SB699551. (A, B) Huh7.5.1 8 

cell variability in the presence of all chemical probes. Huh7.5.1 cells were treated with 9 

adrenergic receptors antagonists (B) and serotonin receptors antagonists (C) at the concentration 10 

of 10 μM at 37 °C for 48 h. Cell viability are expressed as percentages relative to 0.5% DMSO-11 

treated control cells. All results are graphed as the means ± s.d. for triplicate samples. The data 12 

presented are representative of three independent experiments.   13 
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were transfected into Huh7.5.1 cells and the expression of 5-HT2AR were analyzed by SDS-78 

PAGE. The expression of host GADPH is shown as an internal control. (B) Cellular distribution 79 

of overexpressed 5-HT2AR protein. Plasmid-transfected Huh7.5.1 cells were fixed, stained with 80 

primary anti-5-HT2AR antibody and Cy3-labeled secondary antibody (red), and analyzed by 81 

confocal microscopy. Claudin-1 were stained by green. Nuclei were stained by DAPI (blue). (C) 82 

Huh7.5.1 cells were transfected with p5HT2ARwt at the indicated amounts, followed by infection 83 

with HCVcc at 37 °C for 48 h. HCV infections were quantified by measuring the qRT-PCR and 84 

normalized to GAPDH. Virus infection is expressed as a percentage relative to that in empty 85 

plasmid-containing cells. Results are graphed as the means ± s.d. for triplicate samples. The data 86 

presented are representative of three independent experiments. 87 

 88 

 89 

 90 

 91 

 92 

 93 

 94 

 95 

 96 

 97 

 98 

 99 

 100 



101 

102 

103 

104 

105 

106 

107 

108 

109 

110 

S6 Fig 

S6 Fig.

transcr

treatmen

measuri

or cultu

The AT

a percen

HCV pr

. PBZ is n

ription of k

nt, culture 

ing cellular 

ures were ly

TP Determin

ntage of rela

roliferation.

non-cytotox

known HCV

supernatant

release of a

ysed and bio

nation Kit as

ative lumin

 Huh7.5.1 c

xic, does no

V receptor

t was harv

adenlyate ki

oluminescen

s a quantita

escence (RL

cells were t

ot affect ce

rs on Huh7

vested and 

nase (AK) u

nce detectio

tive measur

LU) compar

treated with

ell prolifer

7.5.1 cells. 

PBZ induc

using the Th

on of cellula

re of cell via

red to vehic

h 15 μM PB

ration and 

(A, B) At 

ced toxicity

he ToxiLigh

ar ATP was

ability (B). 

cle-treated c

BZ followed

does not a

indicated t

 was deter

htTM bioassa

s performed 

Results are

cells. (C) PB

d by HCVcc

 

affect the 

time post-

rmined by 

ay kit (A), 

d using the 

 shown as 

BZ inhibit 

c infection 



over the course of 5 days. All results are graphed as the means ± s.d. for triplicate samples. (D) 111 

PBZ treatment does not negative the transcription of other reported HCV receptors/entry factors. 112 

Huh7.5.1 cells were treated with PBZ (10 μM) for 48h. The mRNA copies of CD81, SR-BI, 113 

LDLR, NPC1L1, CLDN1, EGFR and OCLN were evaluated by qRT-PCR. The data are 114 

expressed as a percentage relative to 0.5% DMSO-treated cells as controls. All results are 115 

graphed as the means ± s.d. for triplicate samples.  116 
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PBZ or H89 was determined by time-of-addition assays. Huh7.5.1 cells were incubated with 154 

HCVcc at 4 °C for 2 h (T = -2). At different time points (T = -2 to T = 5), PBZ (10 μM) and H89 155 

(10 μM) were individually added to the cells at 37 °C for 2 h. (D) H89 inhibits the post-156 

attachment events. Huh7.5.1 cells were infected with HCVcc and incubated at 4 °C for 2 hours. 157 

Unbound virus was removed by two washes with cold media. Fresh medium was subsequently 158 

added, and the cells were shifted to 37 °C to allow synchronous infection. PBZ (10 μM) and H89 159 

(10 μM) were provided in the media either continuously, during the 4 °C incubation only (initial 160 

attachment), or during the 37 °C incubation phase only (post-attachment). Virus infection is 161 

expressed as a percentage relative to control cells. All results are graphed as the means ± s.d. for 162 

triplicate samples.  163 


