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Abstract
New inhibitors of influenza viruses are needed to combat the potential emergence of novel

human influenza viruses. We have identified a class of small molecules that inhibit replica-

tion of influenza virus at picomolar concentrations in plaque reduction assays. The com-

pound also inhibits replication of vesicular stomatitis virus. Time of addition and dilution

experiments with influenza virus indicated that an early time point of infection was blocked

and that inhibitor 136 tightly bound to virions. Using fluorescently labeled influenza virus, in-

hibition of viral fusion to cellular membranes by blocked lipid mixing was established as the

mechanism of action for this class of inhibitors. Stabilization of the neutral pH form of hem-

agglutinin (HA) was ruled out by trypsin digestion studies in vitro and with conformation spe-

cific HA antibodies within cells. Direct visualization of 136 treated influenza virions at pH 7.5

or acidified to pH 5.0 showed that virions remain intact and that glycoproteins become disor-

ganized as expected when HA undergoes a conformational change. This suggests that ex-

posure of the fusion peptide at low pH is not inhibited but lipid mixing is inhibited, a different

mechanism than previously reported fusion inhibitors. We hypothesize that this new class

of inhibitors intercalate into the virus envelope altering the structure of the viral envelope re-

quired for fusion to cellular membranes.

Introduction
Influenza virus is an enveloped virus belonging to the Orthomyxoviridae family. Waterfowls
are the natural reservoir for most influenza A subtypes. Avian influenza viruses bind with high
affinity to α2,3 linked sialic acid containing receptors and with low affinity to α2,6 linked re-
ceptors, the converse applies for human influenza viruses [1]. Species such as pigs that contain
both α2,3 and α2,6 linked receptors allow coinfection with both human and avian influenza
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viruses [2]. Genome reassortment of coinfecting influenza viruses may result in a new influenza
virus strain containing different subtypes of HA (hemagglutinin) or NA (neuraminidase) pre-
viously unseen in humans. Humans may not have preexisting immunity to a new strain of in-
fluenza virus, so pandemics can result from genome reassortment [3]. Human cases of H5N1
have occurred sporadically since 1997 and in 2013 human cases of H7N9 have been reported
[4]. Both H5N1 and H7N9 are highly pathogenic in humans and are currently circulating in
avian reservoirs [4]. The potential of H5N1 or H7N9 viruses to jump to humans emphasize the
need for broad spectrum influenza inhibitors since vaccine development would require
months. Considering the possibility of increased resistance to neuraminidase inhibitors [5, 6],
and the threat of avian viruses to gain transmissibility among humans, new influenza inhibitors
are urgently needed.

Fusion inhibitors have been successfully used in the treatment of HIV [7]. For instance,
enfuvirtide is a peptide derived from gp41 that blocks refolding of gp41, effectively arresting fu-
sion of HIV to the cell membrane [8–10]. A peptide based inhibitor with a cholesterol moiety
attached has successfully targeted influenza virus fusion in vitro [11]. LJ001, a small molecule
able to inhibit fusion of many pseudotyped enveloped viruses, proves that small molecules can
block the fusion pathway of viruses [12]. If the influenza virus fusion pathway could be targeted
effectively by small molecule inhibitors, these inhibitors could become an important new class
of inhibitors for controlling influenza virus.

A potent inhibitor of influenza virus, (Z)-3-(bicyclo[2.2.1]heptan-2-yl)-5-((5-(4’-chlorophe-
nyl)-3-(3-(piperazin-1-yl)pentyl)furan-2-yl)-methylene)-2-thioxothiazolidin-4-one, (named
compound 136, S1 File) was developed recently [13], but the mechanism of inhibition by 136
was not clearly defined. Here we report that 136 interferes with the fusion process of influenza
virus, likely by disrupting the structure of the viral envelope necessary for fusion to cellular
membranes.

Materials and Methods

Cells and viruses
MDCK-2 cells were cultured in EMEM supplemented with 5% FBS and penicillin/streptomy-
cin. The cells were maintained in a humidified incubator at 37°C, with 5% CO2. All influenza
viruses were grown in MDCK-2 cells. Influenza virus strain X-31 (H3N2) was amplified by in-
fecting confluent MDCK-2 cells at an MOI of 0.001. After two days post-infection the superna-
tant from the cell culture was collected and subject to centrifugation at 2000 RCF to remove
cell debris and the virus in the supernatant was pelleted at 60,000 RCF for 1 hour. The virus
pellet was resuspended in 10 mMHEPES, 100 mMNaCl, pH 7.5 and further purified on a 20–
50% sucrose gradient by centrifugation for 1.75 hours at 60,000 RCF. The fractions containing
X-31 virus were collected and diluted with 10 mMHEPES, 100 mMNaCl pH 7.5 buffer. The
virus was pelleted by centrifugation at 60,000 RCF for 1 hour. The virus pellet was resuspended
at 2 mg/mL in 10 mMHEPES, 100 mMNaCl, pH 7.5 and stored at -80°C. X-31 virus was
quantitated using the Bio-Rad protein assay and BSA as a standard. A549 ATCC cells were cul-
tured as previously described [14]. Vesicular stomatitis virus (VSV) Indiana serotype was am-
plified by infecting confluent HeLa cells at an MOI of 0.001. After 1 day post-infection, the
supernatant from the cell culture was collected and subject to centrifugation at 2000 RCF to re-
move cell debris.

Antibodies
Anti-HA polyclonal antibodies have been described previously [14].
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MTT assay
MDCK-2 cells were seeded at 4 to 5x104 cells/well on 96-well cell culture plate in 100 μL medi-
um containing 10% fetal bovine serum (FBS) and 1% antibiotic solution. The cells were incu-
bated overnight in a humidified 5% CO2 incubator at 37°C. Untreated cells were used as a
positive control. A set of wells treated with 1% Triton X-100 was used as 100% toxicity (nega-
tive control). The inhibitor solution was added to washed cells at a final volume of 100 μL per
well in triplicate for each condition. The cells were incubated for one day in a humidified 5%
CO2 incubator at 37°C. 15 μL of MTT substrate was added to each well (Promega) and incubat-
ed at 37°C for 1–4 hours. The reaction was stopped by adding 100 μL stop solution, following
by incubation for 5 hours at room temperature to ensure that the formazan crystal was dis-
solved. The absorbance at 570 nm was measured by a 96-well plate reader, using a reference
wavelength of 720 nm. The EC50 value was determined by locating the X-axis value corre-
sponding to one-half the maximum absorbance value.

Time of addition assay
Confluent MDCK-2 cells in 6 well plates were infected with 1000 pfu of X-31 virus and left for
1 hour at 4°C to synchronize infection. The inoculum was removed and 2 mL of EMEM was
added to each well. The samples were then placed at 37°C in a humidified incubator. At the in-
dicated time points, 20 nM of 136 or 211 was added to the wells drop wise and placed back
into the incubator. For the -1 hour sample the inoculum was incubated for 1 hour prior to in-
fecting cells. For the 0 hour sample, the inoculum was mixed with inhibitor and immediately
added to the cells prior to cold room incubation. After 15 hours the supernatant was removed,
serially diluted, and the virus concentration was tittered by plaque assay. The data shown is
representative of 3 independent experiments. Plaque assays were performed in duplicate with
error bars ± the standard deviation.

Plaque reduction assay
100 pfu of influenza virus in 100 μL of EMEMwas incubated with DMSO, or inhibitors at vari-
ous concentrations for 1 hour. All samples contained 1% DMSO. Monolayers of MDCK-2 cells
in 6 well plates were infected with 100 μL of virus samples and incubated for 1 hour at 37°C. The
inoculum was removed from the cells and EMEM supplemented with 0.8% agar and 2 μg/mL
TPCK-trypsin was added to each well. After 36 hours the cells were fixed with 4% formaldehyde,
the agar plugs removed, and the cells stained with 0.1% crystal violet. For VSV, 100 pfu of virus
in 100 μL of DMEMwas incubated with DMSO, or inhibitors at various concentrations for 1
hour. All samples contained 1% DMSO. Monolayers of HeLa cells in 6 well plates were infected
with 100 μL of virus samples and incubated for 1 hour at 37°C. The inoculum was removed from
the cells and DMEM supplemented with 0.8% agar was added to each well. After 24 hours the
cells were fixed with 4% formaldehyde, the agar plugs removed, and the cells stained with 0.1%
crystal violet. The data shown is representative of 3 independent experiments. Plaque assays
were performed in triplicate with error bars ± the standard deviation. Curve fitting, EC50 calcula-
tion, and 95% confidence intervals were calculated with GraphPad Prism 5 using the log[inhibi-
tor] vs. response equation.

Multicycle inhibition assay
Monolayers of MDCK-2 cells were infected with X-31 virus. To allow binding and internaliza-
tion of the virus to occur without exposure to 136, at 1 hour post-infection 136 (or DMSO as a
control) was added to the media at a final concentration of 5 μM, 1μM, or 200 nM. The infected
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cells were incubated for 24 hours at 37°C and at 12 hours and 24 hours post-infection aliquots
were taken for plaque assay. The data shown is representative of 2 independent experiments.
Data points are the average of 2 replicates ± SD.

Preparation of fluorescently labeled virus
X-31 virus was labeled with DiD by directly adding a 5 μL aliquot of DiD Vybrant solution to
500 μL of 2 mg/mL virus sample. Labeling was performed for 2 hours at 37°C with constant
shaking. Unincorporated dye was removed by centrifugation at 60,000 x g for 30 minutes and
the pellet was resuspended in 10 mMHEPES, 100 mMNaCl, pH 7.5. Virus labeling by
DiOC18 was described previously [14].

Dilution of inhibitor-bound virus assay
1200 pfu of X-31 virus in 50 μL EMEM was incubated for 1 hour with 0.5 μL of 50 nM 136 in
DMSO or DMSO at room temperature. The sample was then diluted with EMEM to 1 mL and
incubated another hour. The remaining virus titer was determined by plaque assay as described
above except that 250 μL of sample was used to inoculate. As a control, 1200 pfu in 1 mL was
added to the same quantity of 136 and plaque assayed. The data shown is representative of 3
independent experiments. Each data point is the average of 3 replicates ± the standard
deviation.

X-31 virus binding assay
A549 cells were detached and counted, and incubated with X-31 for 1 hour at 4°C. After wash-
ing with cold medium, the cells were fixed with 4% formaldehyde at RT. After washing, the
cells were incubated in PBS containing 0.1% saponin, 1% bovine serum albumin, and HA
mouse monoclonal antibody HA1 (1:3000) (Banerjee et al., [14]) for 1 hour at room tempera-
ture. Cells were incubated with secondary anti mouse IgG-AF647 (Invitrogen) (1:2000) for
30 minutes. 10,000 cells were analyzed using FACS Canto II (BD Biosciences). Similar results
were obtained when binding was performed on non-detached A549 cells.

X-31 virus acidification, and lipid mixing assay
X-31 influenza virus was preincubated for 30 minutes with 2.5 μM 136 or 211. For the acidifi-
cation assay, A549 cells were bound with X-31 for 1 hour at 4°C in duplicate. Cells were
warmed to 37°C to allow endocytosis of the virus. After 1 hour the cells were washed with
phosphate buffered saline (PBS), harvested by trypsinization, and fixed with 4% formaldehyde.
After washing, the cells were incubated in PBS containing 0.1% saponin, 1% bovine serum al-
bumin, and HA post-acid conformation specific mouse monoclonal antibody A1 (1:1000) for
1 hour at room temperature. Cells were incubated with secondary anti mouse IgG-AF488
(Invitrogen) (1:2000) for 30 minutes. 10,000 cells were analyzed using FACS Canto II (BD Bio-
sciences). Bafilomycin A1 (BafA) was used at 50 nM as a negative control. The experiment was
repeated three times. For the lipid mixing assay, X-31 virus was labeled with R18/SP-DiOC18
[14]. A549 cells were infected for 1 hour as above. For the acid-bypass assay, trypsinized A549
cells were bound with labeled X-31 virus for 45 min on ice, and subsequently incubated for
2 min at 37°C in either pH 6.8 or pH 5.0 medium, and fixed. For FACS analysis the cells were
harvested by trypsinization and 5,000 cells were analyzed. For microscopy analysis, cells were
grown on coverslips, infected, fixed in 4% formaldehyde, and examined using a Zeiss LSM 510
confocal fluorescence microscope. BafA was used as a negative control. BafA blocks endosome
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acidification, blocking the low pH-induced conformational change of HA, and lipid mixing of
R18/SP-DiOC18 labeled influenza virus in late endosomes.

Trypsin digestion
A 50 μL aliquot of X-31 virus at 0.08 mg/mL was incubated with DMSO, 211, or 136 for 1 hour
at room temperature. Trypsin (1mg/mL final concentration) was added to the samples. Acidified
samples were acidified to pH 5.0 for 5 minutes by addition of 50 mM citrate pH 3.0 100 mM
NaCl, reneutralized with 100 μM tris pH 10.0 100 mMNaCl, and left at 37°C for 15 minutes to
allow digestion to occur. For samples that were not acidified, an equivalent volume of 10 mM
HEPES pH 7.5 100 mMNaCl was added to the samples. Trypsin digestion was stopped by addi-
tion of 2 mM 4-(2-Aminoethyl)benzenesulfonyl fluoride hydrochloride (AEBSF) for 15 minutes.
Samples were mixed with nonreducing loading buffer and loaded onto a 10% polyacrylamide gel
for SDS-PAGE. The gel was fixed and stained with the Pierce Silver Stain Kit and imaged with a
ccd based gel imager (Syngene G:box).

Negative stain electron microscopy
The 136 treated X-31 virus samples were prepared as above without addition of trypsin. 7 μL of
sample was applied to a glow discharged carbon coated grid for 30 seconds, blotted with filter
paper, stained with 7 μL of 1% phosphotungstic acid pH 7.5 for 20 seconds, and blotted again.
Samples were imaged with a FEI Tecnai 12 transmission electron microscope.

Results
Compound P25H2 was previously found to inhibit cell infection of multiple influenza virus
strains with high potency [15]. Derivatives of P25H2 were synthesized and tested for anti-influ-
enza activities in plaque reduction assays [13]. Fig. 1A shows the structure of a particularly po-
tent derivative, 136. A less potent derivative (compound 211) with a similar structure is used
for a control because it inhibits virus only at a much higher concentration than 136 (Fig. 1D).
Using X-31 virus the EC50 values of 136 and 211 were calculated by plaque reduction assays
and the results are shown in Fig. 1B and E, respectively. 136 has an EC50 value of 48 picomolar
whereas 211 has an EC50 value of 140 nanomolar, a difference of approximately 2900 fold. Pla-
que reduction assays with vesicular stomatitis virus (VSV) were also performed with 136 and
211 (Fig. 1C and F). 136 and 211 inhibited VSV with an EC50 of 130 pM and 1.2 μM, respec-
tively. An approximately three fold greater concentration of 136 is required for inhibition of
VSV as compared to X-31 virus. Table 1 summarizes the EC50 of 136 against many other influ-
enza virus strains and includes the 95% confidence interval for all virus strains tested. S1 Fig.
shows the plaque reduction assay results for the additional virus strains tested. Table 2 summa-
rizes the EC50 values of 211 and includes the 95% confidence interval for the virus strains test-
ed. Additionally, the pH of virus preparations were unaltered by 136 (S1 Table) and the
cellular toxicity (CC50) of 136 was determined to be 50 μM by a MTT assay (Fig. 2A). The se-
lectivity index of 136 is calculated to be 1x106. Because of the high potency and low cellular
toxicity of 136, it was selected for further characterization.

To assess whether multicycle influenza virus infection was inhibited by 136, infected cells were
cultured in growth media supplemented with either DMSO, 5 μM 136, 1 μM 136, or 200 nM 136
(Fig. 2B). After 12 or 24 hours of virus growth, aliquots of the media supernatant were plaque as-
sayed. At the 12 hour time point, the 5 μM, 1 μM, and 200 nM 136 samples all significantly re-
duced the number of plaques as compared with the DMSO control sample (one-way ANOVA
and Tukey post hoc test, p<0.001). After 24 hours, the 5 μM 136 sample significantly reduced the
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number of plaques as compared to the DMSO control sample (one-way ANOVA and Tukey post
hoc test p<0.05). 136 inhibits single cycle and multicycle replication of influenza virus.

To determine which step of the virus replication cycle 136most effectively inhibits, time of
addition experiments were performed (Fig. 3A). For time of -1 hour the compound was prein-
cubated with virus for 1 hour prior to infection. All other time points indicate hours post-infec-
tion that the compound was added. The -1 hour time point for 136 had a 3 log reduction in
virus titer. When 136 was added at any other time point there was no inhibition as compared
to samples treated with 211 or DMSO. Inhibition of the virus at the-1 hour time point indicates
that 136may bind directly to virions and inhibit a step during virus entry into the host cell.

To confirm that 136 indeed binds to the virion, the EC95 concentration of 136 was added to
a virus sample and then diluted by 20 fold (Fig. 3B). As a positive control for exchangeable
binding, another virus sample was first diluted by 20 fold and then treated with 25 pM of 136.

Fig 1. Structure and EC50 values of inhibitors. The structures of compounds 136 (A) and 211 (D). X-31 virus plaque reduction assays were performed
using monolayers of MDCK-2 cells. For X-31 virus, the EC50 of 136 and 211was calculated to be 48 pM and 140 nM, respectively (B and E). VSV plaque
reduction assays were performed using monolayers of HeLa cells. For VSV, the EC50 of 136 and 211was calculated to be 130 pM and 1.2 μM, respectively
(C and F). Representative data are shown from 3 independent experiments. Data points are the average of 3 replicates ± SD.

doi:10.1371/journal.pone.0122536.g001

Table 1. 136 Inhibition summary.

Virus EC50 (pM) 95% Confidence interval

A/Udorn/72 60.0 54.0–66.3

A/PR/8/34 27.5 25.1–30.1

A/Aichi/68 209.9 153.6–286.8

A/Victoria/3/75 126.8 98.9–162.5

A/NWS/G70C 45.3 38.7–53.0

A/X-31 48.3 35.5–65.7

B/Lee/40 64.8 53.3–78.8

VSV 127.5 102.2–159.1

doi:10.1371/journal.pone.0122536.t001
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As a negative control DMSO was added and the sample was diluted by 20 fold. If 136 was to
exchangeably bind to the virion, it should diffuse into the larger volume when diluted and in-
hibit the same amount of virus as the positive control. Fig. 3B shows that even 1 hour after dilu-
tion 136 still inhibits 95% of the virus, which is consistent with its tight binding to the virus.
Fluorescent labeling of X-31 virus was quantitated in the presence of 136 and 211, as well as
DMSO as a control (Fig. 3C). The fluorescence of lipophilic labeling agent DiD was further
quenched below the control background by 136, suggesting that 136 binds in close proximity
to the membrane bound DiD.

To specifically identify the influenza virus entry step 136 inhibits, several experiments were
performed in A549 cells as described by Banerjee et. al.[14]. To determine if binding to the
host cell was inhibited by 136, X-31 virus treated with DMSO, 136, or 211 were bound to cells
in the presence of the drug for 1 hour at 4°C so internalization of the virus would not occur.
The cells were washed to remove unbound virus, and the bound virus was quantitated using a
monoclonal HA antibody and FACS analysis (Fig. 4A). 211 and 136 treated viruses bound to
host cells equally, compared to DMSO treatment. Using a low pH conformation specific anti-
body, 211 or 136 did not prevent the conformational rearrangement of HA in the endosome
(Fig. 4B). Addition of Bafilomycin A1, a potent inhibitor of endosomal vacuolar type proton
pumps, prevented the low pH conformational change of HA. X-31 viruses labeled with R18
(Octadecyl Rhodamine B Chloride) / SP-DiOC18 (3,3'-Dioctadecyl-5,5'-Di(4-Sulfophenyl)
Oxacarbocyanine) was used to study lipid mixing in the endosome (Fig. 4C). 211 did not pre-
vent dequenching of SP-DiOC18, indicating that lipid mixing occurred normally. In contrast,
cells infected with 136 treated X-31 virus showed significant decrease in dequenching of

Table 2. 211 Inhibition summary.

Virus EC50 (nM) 95% Confidence interval

A/X-31 137 81–233

VSV 1240 833–1840

doi:10.1371/journal.pone.0122536.t002

Fig 2. The CC50 of 136 is 50 μM andmulticycle X-31 virus replication is inhibited. (A) Monolayers of MDCK-2 cells were used to determine the cellular
toxicity of 136 by MTT assay. The half maximal response corresponding to the CC50 concentration of 136was determined to be 50 μM. Data shown is the
average of 3 replicates ± SD. (B) Monolayers of MDCK-2 cells were used to test if 136 inhibits multicycle replication of X-31 virus. Untreated X-31 virus was
added to cells and allowed to enter host cells for 1 hour. Then 136 at a final concentration of 5 μM, 1μM, or 200 nM were added to the cells. Aliquots were
taken at 12 and 24 hours post-infection and plaque assayed. After 12 hours of X-31 virus infection, 5 μM, 1μM, and 200 nM 136 containing samples were
significantly inhibited as compared to the DMSO control (* p<0.001, one-way ANOVA and Tukey post-hoc test). After 24 hours of X-31 virus infection, 5 μM
136 is significantly inhibited as compared to the DMSO control († p<0.05. one-way ANOVA and Tukey post-hoc test). The data shown is representative of 2
independent experiments. Data points are the average of 2 replicates ± SD.

doi:10.1371/journal.pone.0122536.g002
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Fig 3. Tight binding to virions. (A) MDCK-2 cells were infected with X-31 virus and treated with 136 at
various time points. For-1 hour time points the incoculum was preincubated with 136 then added to cells.
After 15 hours the virus titer was calculated by plaque assay. 136 treated X-31 at the-1 hour time point
resulted in the greatest inhibition, causing a 3 log reduction in pfu/mL (-1). Controls preincubated with DMSO
or 211 do not show inhibition (DMSO-1, and 211–1). At all other time points when 136was added (0, 1, 2, 3,
5, 7 hrs) no significant inhibition was observed. (B) 136 is tightly bound to X-31 virus as demonstrated by
insensitivity to dilution. As a negative control DMSO was added to virus and diluted 20 fold so that 300 pfu
would remain (DMSO). The EC95 concentration (500 pM) of 136was added to virus and diluted 20 fold (500
pM 136 dil to 25 pM). As a positive control virus was first diluted 20 fold and then 25 pM of 136was added. If
binding of 136was loose, both samples with 136 should cause inhibition to the same extent since 136would
diffuse into the larger volume (* p<0.001, one-way ANOVA and Tukey post-hoc test). (C) X-31 virus was
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SP-DiOC18, as detected by FACS (Fig. 4C) and fluorescence microscopy (Fig. 4E). This indi-
cated that 136 blocks lipid mixing at the endosome. Similar results were obtained when X-31
virus was fused at the plasma membrane using the acid bypass assay (Fig. 4D).

To further confirm that the HA conformational change at low pH is not inhibited by 136,
we performed in vitro trypsin susceptibility studies. At a pH of 5.6 or lower, HA unfolds and
exposes trypsin sensitive sites of HA that are not present at neutral pH [16]. As seen in Fig. 5A,
the controls at pH 5.0 incubated with DMSO (lane 2) or 211 (lane 6) show complete degrada-
tion of HA by trypsin and the appearance of an HA fragment band. Acidified viruses treated
with increasing concentrations of 136 also show complete degradation of HA by trypsin (lanes
3–5), indicating no inhibition of the HA conformational change. Samples at pH 5.0 but left un-
treated with trypsin (lanes 7–9) show no degradation of HA and neither does a control sample
left at pH 7.5 without trypsin treatment (lane 10). All samples left at pH 7.5 with trypsin treat-
ment (lanes 11–13) show no degradation of HA since trypsin is unable to access the cleavage
sites without the conformational change of HA. HA is not destabilized by 136 at pH 7.5. If HA
was destabilized, we would expect HA to be degraded at pH 7.5. Additionally, NP and M1 are
intact in all samples indicating that pores large enough for trypsin to penetrate into the virus
are not present and that the virus remains intact when treated with 136. Negative stained elec-
tron microscopy was used to directly visualize 136 treated X-31 virions at pH 7.5 and 5.0
(Fig. 5B and C). The virions appeared identical to DMSO or 211 treated virions (data not
shown). 136 treated virions are intact with organized HA spikes at pH 7.5. At pH 5.0 the virion
remains intact and the HA spikes appear more disordered, consistent with a conformational
change of HA.

Discussion
The fusion pathway of influenza virus has been extensively studied but some uncertainties still
exist. After binding to cell surface receptors, influenza virus is internalized either by clathrin
mediated endocytosis or macropinocytosis [17]. During endosomal maturation, low intralum-
inal pH triggers an irreversible conformational change of HA, exposing the fusion peptide
[18, 19]. The unveiled fusion peptide inserts itself between bilayers of the endosomal mem-
brane and HA refolds into a six-helix bundle, resulting in fusion of the viral membrane to the
endosomal membrane [20]. This mechanism is common for all subtypes of influenza A virus
and influenza B virus. Our new inhibitor 136 targets this mechanism and has potent antiviral
activities against a large variety of influenza viruses, as well as VSV. The results of our time of
addition, dilution of inhibitor bound virus, and imaging indicate that the inhibitor prevents
viral fusion with cellular membranes. Trypsin sensitivity studies and electron microscopy fur-
ther revealed that the inhibitor does not perforate the viral envelope, stabilize HA, or prevent
the low pH induced conformational change of HA.

In vitro studies of 136 treated influenza virus suggests that the structure of the viral envelope
was changed by binding of 136 to the virion. The baseline fluorescence of DiD labeled virions
was further reduced by treatment with 136 but not 211 or DMSO, suggesting that 136 interca-
lates in the membrane of the virus in close proximity to DiD (Fig. 3C). Our experiments clearly
show that 136 blocks lipid mixing of the influenza virus envelope with the plasma membrane

labeled with the fluorescent lipophilic dye DiD. DMSO, 211, or 136were added to the labeled X-31 samples
and the quenching of DiD was monitored using a spectrofluorometer at λEX = 644 nm/λEM = 665 nm. The
fluorescence signal was the same for DMSO and 211 treated samples but the fluorescence signal was
significantly quenched by 136 (* p<0.001, one-way ANOVA and Tukey post-hoc test). The data shown is
representative of 2 independent experiments. Data points are the average of 3 replicates ± SD.

doi:10.1371/journal.pone.0122536.g003
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Fig 4. Lipid mixing is blocked in 136 treated X-31 virus in A549 cells. (A) Virus binding to A549 cells. X-
31 virus was treated with 211 or 136 and allowed to bind to A549 cells in the cold for 60 min. A549 cells were
fixed and stained with a monoclonal HA antibody and analyzed by FACS. (B) X-31 virus was treated with 211
or 136 and allowed to enter A549 cells for 60 min. Cells were fixed and stained for the acidic form of HA. 50
nM Bafilomycin A1 (BafA) was used to block endosome acidification. (C) Lipid mixing in endosomes of A549
cells. X-31 virus was treated with 211 or 136 and allowed to enter cells for 60 min. Cells were fixed and
analyzed for DiOC18 dequenching (Student’s t test; p<0.001). (D) Lipid mixing after acid-bypass fusion at the
plasmamembrane. X-31 virus was treated with 211 or 136, bound to A549 cells in the cold for 60 min,
followed by induction of fusion in warm pH 5.0 (or pH 6.8 for control) medium for 2 min, and fixed. Cells were
analyzed for DiOC18 dequenching (Student’s t test; p<0.001). (E) Lipid mixing in endosomes of A549 cells.
X-31 virus was treated with 211 or 136 and allowed to enter cells for 60 min. Cells were fixed and analyzed by
fluorescence microscopy. The data shown are representative of 3 independent experiments performed in
duplicate ± SD. Broken lines depict the outline of cells and nuclei. Bars; 10μm.

doi:10.1371/journal.pone.0122536.g004
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Fig 5. The HA conformational change is not inhibited. (A) X-31 virus was incubated with DMSO (D)
50 nM, 360 nM or 1,060 nM 136 (1) or 1,060 nM 211 (2). Samples were acidified to pH 5.0 and reneutralized
(+) or left at pH 7.5 (-). Trypsin (Tryp) was added to cleave unfolded HA (+), or an equal volume of buffer for
samples without trypsin was added (-). Trypsin digestion was stopped by addition of AEBSF. The samples
were mixed with non-reducing loading buffer and loaded onto a 10% polyacrylamide gel for SDS-PAGE.
Lane 1: ladder. Lane 2: HA is degraded by trypsin at pH 5.0. Lanes 3–5: HA is degraded by trypsin at pH 5.0
with 136 treatment, indicating HA is still able to conformationally change. Lane 6: HA is degraded by trypsin at
pH 5.0 and 211 treatment. Lanes 7–9: HA is not degraded if trypsin is absent at pH 5.0. Lane 10: HA is not
degraded if trypsin is absent at pH 7.5. Lanes 11–13: HA is not degraded by trypsin at neutral pH. Lane 14:
trpsin only. 50 nM, 360 nM and 1,060 nM 136 correspond to the EC50, EC90 and the EC99, respectively, for
this experiment. Lanes 5, 8, 12, and 14 contain 1,060 nM 136. HA: hemagglutinin, NP: nucleoprotein, F:
fragment, M1: matrix 1 protein, T: trypsin, Cmpd: compound. Representative gel from 3 independent
experiments. (B and C) Representative micrographs of X-31 virus treated with 136 are shown. The virus
remains intact with organized HA spikes at pH 7.5 (B) but at pH 5.0 the spikes become disorganized
consistent with a conformational change (C). Scale bars: 100 nm.

doi:10.1371/journal.pone.0122536.g005

Fusion Inhibitor

PLOS ONE | DOI:10.1371/journal.pone.0122536 March 24, 2015 11 / 15



and the late endosomal membrane of A549 cells (Fig. 4C and D). It is possible that integrity of
the viral envelope is required for successful viral fusion with cellular membranes. Changes of
viral envelope properties induced by 136may result in the arrest of complete
membrane fusion.

A recent paper described the mechanism of inhibition of compound LJ001 which contains a
portion structurally similar to 136 [21]. The authors demonstrate that LJ001 and active analogs
bind to lipid bilayers [21]. In the presence of light they produce reactive oxygen species that
can react with the unsaturated fatty acid chains of phospholipids thus disrupting the biophysi-
cal properties of the membrane critical to the fusion process [21]. When 136 in an oxygen at-
mosphere was subject to UV irradiation for 12 hours, no changes in its NMR profile was
observed (S2 Fig.), suggesting high stability of 136. This result is consistent with 136 tightly
binding to the virion membrane. We hypothesize that binding of 136 alters the structure of the
viral envelope preventing it from fusing with cellular membranes.

A number of other influenza virus entry inhibitors have been reported (recently reviewed in
[22]). Attachment of the virus to the host cell is the first step in the entry pathway. Peptides
and small molecules that mimic sialic acid have been developed that bind to the receptor bind-
ing pocket of HA thus preventing attachment and internalization of the virus [23–25]. Addi-
tionally, small molecules capable of binding to pockets in HA prevent the low pH
conformational rearrangement of HA necessary for fusion [26–33]. Compound 136 does not
block cell binding (Fig. 4A), or stabilize the low pH form of HA (Fig. 5), but blocks viral entry
at the lipid mixing step (Fig. 4C and D).

Current influenza virus inhibitors target viral proteins that are genetically encoded by the
virus. However, influenza virus can quickly gain resistant mutations [5, 34, 35]. The optimal
strategy would be to target properties of the virus that are not dominantly genetically encoded,
reducing the probability of the virus to gain quick resistance through mutation [36]. Rigid am-
phipathic fusion inhibitors (RAFIs) were developed to inhibit several enveloped viruses by
binding to the virion membrane [37]. Resistant mutants of HSV1 could not be generated
against RAFIs [37]. Similarly, 136 can inhibit influenza virus as well as VSV by binding to the
viral envelope and blocking the virus from fusing with cellular membranes. As with RAFIs,
clearly resistant mutants to 136 could not be selected by repeated passages at sublethal concen-
trations or by selecting a preexisting mutant from a genetically diverse high titer virus stock
(data not shown). The binding of 136 to Influenza virions is likely related to the transmem-
brane domain of HA and the unique lipid composition in the viral envelope, which may still
change when substantial mutations occur in viral proteins that determine virus assembly and
budding. However, such mutations would take a long period of time to develop and the mutant
virus may lose its fitness to become less infectious.

Supporting Information
S1 Fig. The plaque reduction assays of 136 against many different influenza virus strains.
Influenza virus plaque reduction assays were performed using monolayers of MDCK-2 cells.
Representative data are shown from 3 independent experiments. Data points are the average of
2 replicates ± SD.
(TIF)

S2 Fig. 136 NMR profiles. 1-D NMR profiles of 136 before (A) and after (B) 12 hours of UV
irradiation and oxygen exposure appear identical, suggesting high stability of 136.
(TIF)
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S1 File. Synthesis of compounds 136 and 211. The detailed chemical synthesis protocols for
136 and 211.
(DOCX)

S1 Table. 136 does not alter the pH of virus preparations. The pH of 100 pfu/mL virus prepa-
rations. 3 independent experiments are shown.
(TIF)

Acknowledgments
We thank Jianxian Gong, Yi Cui, Hao Xie, Huirong Wang, Alla Klyuyeva and Dr. Kirill Popov
for technical assistance. Drs. Kye-Il Joo and Pin Wang provided preliminary lipid mixing data
using a pseudotyped lentivirus system. We thank Drs. Richard Whitley, M.D., Mark Prichard,
and Debra Quenelle for informative discussion. We would like to thank Edward Phillips,
Melissa Foley Chimento, and Dr. Terje Dokland for their assistance with electron microscopy.

Author Contributions
Conceived and designed the experiments: MR YY ZY GWML. Performed the experiments:
MR SQ JT TX SK YY GWML. Analyzed the data: MR YY ZY GWML. Wrote the paper: MR
YY ZY GWML.

References
1. Rogers GN, Paulson JC. Receptor determinants of human and animal influenza virus isolates: differ-

ences in receptor specificity of the H3 hemagglutinin based on species of origin. Virology. 1983; 127
(2):361–73. Epub 1983/06/01. PMID: 6868370.

2. Ito T, Couceiro JN, Kelm S, Baum LG, Krauss S, Castrucci MR, et al. Molecular basis for the generation
in pigs of influenza A viruses with pandemic potential. J Virol. 1998; 72(9):7367–73. Epub 1998/08/08.
PMID: 9696833.

3. Reid AH, Taubenberger JK, Fanning TG. Evidence of an absence: the genetic origins of the 1918 pan-
demic influenza virus. Nat Rev Microbiol. 2004; 2(11):909–14. Epub 2004/10/21. doi: nrmicro1027 [pii].
doi: 10.1038/nrmicro1027 PMID: 15494747.

4. Gao R, Cao B, Hu Y, Feng Z, Wang D, HuW, et al. Human Infection with a Novel Avian-Origin Influenza
A (H7N9) Virus. N Engl J Med. 2013. Epub 2013/04/13. doi: 10.1056/NEJMoa1304459 PMID:
23577628.

5. Poland GA, Jacobson RM, Ovsyannikova IG. Influenza virus resistance to antiviral agents: a plea for ra-
tional use. Clin Infect Dis. 2009; 48(9):1254–6. Epub 2009/03/28. doi: 10.1086/598989 PMID:
19323631.

6. Hatakeyama S, Sugaya N, Ito M, Yamazaki M, IchikawaM, Kimura K, et al. Emergence of influenza B
viruses with reduced sensitivity to neuraminidase inhibitors. JAMA. 2007; 297(13):1435–42. Epub
2007/04/05. doi: 10.1001/jama.297.13.1435 PMID: 17405969.

7. Lalezari JP, Henry K, O'Hearn M, Montaner JS, Piliero PJ, Trottier B, et al. Enfuvirtide, an HIV-1 fusion
inhibitor, for drug-resistant HIV infection in North and South America. N Engl J Med. 2003; 348
(22):2175–85. Epub 2003/03/15. doi: 10.1056/NEJMoa035026 PMID: 12637625.

8. Wild C, Oas T, McDanal C, Bolognesi D, Matthews T. A synthetic peptide inhibitor of human immunode-
ficiency virus replication: correlation between solution structure and viral inhibition. Proc Natl Acad Sci
U S A. 1992; 89(21):10537–41. Epub 1992/11/01. PMID: 1438243; PubMed Central PMCID:
PMC50374.

9. Wild C, Greenwell T, Matthews T. A synthetic peptide from HIV-1 gp41 is a potent inhibitor of virus-me-
diated cell-cell fusion. AIDS Res HumRetroviruses. 1993; 9(11):1051–3. Epub 1993/11/01. PMID:
8312047.

10. Rimsky LT, Shugars DC, Matthews TJ. Determinants of human immunodeficiency virus type 1 resis-
tance to gp41-derived inhibitory peptides. J Virol. 1998; 72(2):986–93. Epub 1998/01/28. PMID:
9444991; PubMed Central PMCID: PMC124569.

11. Lee KK, Pessi A, Gui L, Santoprete A, Talekar A, Moscona A, et al. Capturing a fusion intermediate of
influenza hemagglutinin with a cholesterol-conjugated peptide, a new antiviral strategy for influenza

Fusion Inhibitor

PLOS ONE | DOI:10.1371/journal.pone.0122536 March 24, 2015 13 / 15

http://www.plosone.org/article/fetchSingleRepresentation.action?uri=info:doi/10.1371/journal.pone.0122536.s003
http://www.plosone.org/article/fetchSingleRepresentation.action?uri=info:doi/10.1371/journal.pone.0122536.s004
http://www.ncbi.nlm.nih.gov/pubmed/6868370
http://www.ncbi.nlm.nih.gov/pubmed/9696833
http://dx.doi.org/10.1038/nrmicro1027
http://www.ncbi.nlm.nih.gov/pubmed/15494747
http://dx.doi.org/10.1056/NEJMoa1304459
http://www.ncbi.nlm.nih.gov/pubmed/23577628
http://dx.doi.org/10.1086/598989
http://www.ncbi.nlm.nih.gov/pubmed/19323631
http://dx.doi.org/10.1001/jama.297.13.1435
http://www.ncbi.nlm.nih.gov/pubmed/17405969
http://dx.doi.org/10.1056/NEJMoa035026
http://www.ncbi.nlm.nih.gov/pubmed/12637625
http://www.ncbi.nlm.nih.gov/pubmed/1438243
http://www.ncbi.nlm.nih.gov/pubmed/8312047
http://www.ncbi.nlm.nih.gov/pubmed/9444991


virus. J Biol Chem. 2011; 286(49):42141–9. Epub 2011/10/14. doi: 10.1074/jbc.M111.254243 PMID:
21994935; PubMed Central PMCID: PMC3234914.

12. Wolf MC, Freiberg AN, Zhang T, Akyol-Ataman Z, Grock A, Hong PW, et al. A broad-spectrum antiviral
targeting entry of enveloped viruses. Proc Natl Acad Sci U S A. 2010; 107(7):3157–62. Epub 2010/02/
06. doi: 10.1073/pnas.0909587107 PMID: 20133606; PubMed Central PMCID: PMC2840368.

13. Wang G, Luo M, Yang Z, inventors. Compounds Useful as Antiviral Agents, Composition, and Methods
of Use. United States of America, 2011.

14. Banerjee I, Yamauchi Y, Helenius A, Horvath P. High-content analysis of sequential events during the
early phase of influenza A virus infection. PLoS One. 2013; 8(7):e68450. doi: 10.1371/journal.pone.
0068450 PMID: 23874633; PubMed Central PMCID: PMCPMC3709902.

15. Luo M, Zhen Y, inventors; The UAB Research Foundation, assignee. Treating and Preventing Viral In-
fections. United States of America, 2013.

16. Skehel JJ, Bayley PM, Brown EB, Martin SR, Waterfield MD, White JM, et al. Changes in the conforma-
tion of influenza virus hemagglutinin at the pH optimum of virus-mediated membrane fusion. Proc Natl
Acad Sci U S A. 1982; 79(4):968–72. PMID: 6951181; PubMed Central PMCID: PMCPMC345880.

17. Yamauchi Y, Helenius A. Virus entry at a glance. J Cell Sci. 2013; 126(Pt 6):1289–95. doi: 10.1242/jcs.
119685 PMID: 23641066.

18. White JM, Wilson IA. Anti-peptide antibodies detect steps in a protein conformational change: low-pH
activation of the influenza virus hemagglutinin. J Cell Biol. 1987; 105(6 Pt 2):2887–96. Epub 1987/12/
01. PMID: 2447101; PubMed Central PMCID: PMC2114698.

19. Fontana J, Cardone G, Heymann JB, Winkler DC, Steven AC. Structural changes in Influenza virus at
low pH characterized by cryo-electron tomography. J Virol. 2012; 86(6):2919–29. Epub 2012/01/20.
doi: 10.1128/JVI.06698–11 PMID: 22258245; PubMed Central PMCID: PMC3302323.

20. Han X, Bushweller JH, Cafiso DS, Tamm LK. Membrane structure and fusion-triggering conformational
change of the fusion domain from influenza hemagglutinin. Nat Struct Biol. 2001; 8(8):715–20. Epub
2001/07/27. doi: 10.1038/90434 PMID: 11473264.

21. Vigant F, Lee J, Hollmann A, Tanner LB, Akyol Ataman Z, Yun T, et al. A mechanistic paradigm for
broad-spectrum antivirals that target virus-cell fusion. PLoS Pathog. 2013; 9(4):e1003297. doi: 10.
1371/journal.ppat.1003297 PMID: 23637597; PubMed Central PMCID: PMCPMC3630091.

22. Edinger TO, Pohl MO, Stertz S. Entry of influenza A virus: host factors and antiviral targets. J Gen Virol.
2014; 95(Pt 2):263–77. doi: 10.1099/vir.0.059477–0 PMID: 24225499.

23. Matsubara T, Onishi A, Saito T, Shimada A, Inoue H, Taki T, et al. Sialic acid-mimic peptides as hemag-
glutinin inhibitors for anti-influenza therapy. J Med Chem. 2010; 53(11):4441–9. doi: 10.1021/
jm1002183 PMID: 20476787.

24. Nicol MQ, Ligertwood Y, Bacon MN, Dutia BM, Nash AA. A novel family of peptides with potent activity
against influenza A viruses. J Gen Virol. 2012; 93(Pt 5):980–6. doi: 10.1099/vir.0.038679–0 PMID:
22258859.

25. Terabayashi T, Morita M, Ueno M, Nakamura T, Urashima T. Inhibition of influenza-virus-induced cyto-
pathy by sialylglycoconjugates. Carbohydr Res. 2006; 341(13):2246–53. doi: 10.1016/j.carres.2006.
06.017 PMID: 16854400.

26. Basu A, Antanasijevic A, Wang M, Li B, Mills DM, Ames JA, et al. New small molecule entry inhibitors
targeting hemagglutinin-mediated influenza a virus fusion. J Virol. 2014; 88(3):1447–60. doi: 10.1128/
JVI.01225–13 PMID: 24198411; PubMed Central PMCID: PMCPMC3911584.

27. Luo G, Torri A, Harte WE, Danetz S, Cianci C, Tiley L, et al. Molecular mechanism underlying the action
of a novel fusion inhibitor of influenza A virus. J Virol. 1997; 71(5):4062–70. PMID: 9094684; PubMed
Central PMCID: PMCPMC191559.

28. Plotch SJ, O'Hara B, Morin J, Palant O, LaRocque J, Bloom JD, et al. Inhibition of influenza A virus repli-
cation by compounds interfering with the fusogenic function of the viral hemagglutinin. J Virol. 1999; 73
(1):140–51. PMID: 9847316; PubMed Central PMCID: PMCPMC103817.

29. Russell RJ, Kerry PS, Stevens DJ, Steinhauer DA, Martin SR, Gamblin SJ, et al. Structure of influenza
hemagglutinin in complex with an inhibitor of membrane fusion. Proc Natl Acad Sci U S A. 2008; 105
(46):17736–41. doi: 10.1073/pnas.0807142105 PMID: 19004788; PubMed Central PMCID:
PMCPMC2584702.

30. Staschke KA, Hatch SD, Tang JC, HornbackWJ, Munroe JE, Colacino JM, et al. Inhibition of influenza
virus hemagglutinin-mediated membrane fusion by a compound related to podocarpic acid. Virology.
1998; 248(2):264–74. doi: 10.1006/viro.1998.9273 PMID: 9721235.

31. Yoshimoto J, Kakui M, Iwasaki H, Fujiwara T, Sugimoto H, Hattori N. Identification of a novel HA confor-
mational change inhibitor of human influenza virus. Arch Virol. 1999; 144(5):865–78. PMID: 10416371.

Fusion Inhibitor

PLOS ONE | DOI:10.1371/journal.pone.0122536 March 24, 2015 14 / 15

http://dx.doi.org/10.1074/jbc.M111.254243
http://www.ncbi.nlm.nih.gov/pubmed/21994935
http://dx.doi.org/10.1073/pnas.0909587107
http://www.ncbi.nlm.nih.gov/pubmed/20133606
http://dx.doi.org/10.1371/journal.pone.0068450
http://dx.doi.org/10.1371/journal.pone.0068450
http://www.ncbi.nlm.nih.gov/pubmed/23874633
http://www.ncbi.nlm.nih.gov/pubmed/6951181
http://dx.doi.org/10.1242/jcs.119685
http://dx.doi.org/10.1242/jcs.119685
http://www.ncbi.nlm.nih.gov/pubmed/23641066
http://www.ncbi.nlm.nih.gov/pubmed/2447101
http://dx.doi.org/10.1128/JVI.06698&ndash;11
http://www.ncbi.nlm.nih.gov/pubmed/22258245
http://dx.doi.org/10.1038/90434
http://www.ncbi.nlm.nih.gov/pubmed/11473264
http://dx.doi.org/10.1371/journal.ppat.1003297
http://dx.doi.org/10.1371/journal.ppat.1003297
http://www.ncbi.nlm.nih.gov/pubmed/23637597
http://dx.doi.org/10.1099/vir.0.059477&ndash;0
http://www.ncbi.nlm.nih.gov/pubmed/24225499
http://dx.doi.org/10.1021/jm1002183
http://dx.doi.org/10.1021/jm1002183
http://www.ncbi.nlm.nih.gov/pubmed/20476787
http://dx.doi.org/10.1099/vir.0.038679&ndash;0
http://www.ncbi.nlm.nih.gov/pubmed/22258859
http://dx.doi.org/10.1016/j.carres.2006.06.017
http://dx.doi.org/10.1016/j.carres.2006.06.017
http://www.ncbi.nlm.nih.gov/pubmed/16854400
http://dx.doi.org/10.1128/JVI.01225&ndash;13
http://dx.doi.org/10.1128/JVI.01225&ndash;13
http://www.ncbi.nlm.nih.gov/pubmed/24198411
http://www.ncbi.nlm.nih.gov/pubmed/9094684
http://www.ncbi.nlm.nih.gov/pubmed/9847316
http://dx.doi.org/10.1073/pnas.0807142105
http://www.ncbi.nlm.nih.gov/pubmed/19004788
http://dx.doi.org/10.1006/viro.1998.9273
http://www.ncbi.nlm.nih.gov/pubmed/9721235
http://www.ncbi.nlm.nih.gov/pubmed/10416371


32. Yoshimoto J, Kakui M, Iwasaki H, Sugimoto H, Fujiwara T, Hattori N. Identification of amino acids of in-
fluenza virus HA responsible for resistance to a fusion inhibitor, Stachyflin. Microbiol Immunol. 2000; 44
(8):677–85. PMID: 11021398.

33. Leneva IA, Russell RJ, Boriskin YS, Hay AJ. Characteristics of arbidol-resistant mutants of influenza
virus: implications for the mechanism of anti-influenza action of arbidol. Antiviral Res. 2009; 81(2):132–
40. doi: 10.1016/j.antiviral.2008.10.009 PMID: 19028526.

34. Hayden FG, Hay AJ. Emergence and transmission of influenza A viruses resistant to amantadine and
rimantadine. Curr Top Microbiol Immunol. 1992; 176:119–30. Epub 1992/01/01. PMID: 1600749.

35. Novel Swine-Origin Influenza AVIT, Dawood FS, Jain S, Finelli L, ShawMW, Lindstrom S, et al. Emer-
gence of a novel swine-origin influenza A (H1N1) virus in humans. N Engl J Med. 2009; 360(25):2605–
15. Epub 2009/05/09. doi: 10.1056/NEJMoa0903810 PMID: 19423869.

36. Soares MM, King SW, Thorpe PE. Targeting inside-out phosphatidylserine as a therapeutic strategy for
viral diseases. Nat Med. 2008; 14(12):1357–62. Epub 2008/11/26. doi: 10.1038/nm.1885 PMID:
19029986; PubMed Central PMCID: PMC2597367.

37. St Vincent MR, Colpitts CC, Ustinov AV, Muqadas M, Joyce MA, Barsby NL, et al. Rigid amphipathic fu-
sion inhibitors, small molecule antiviral compounds against enveloped viruses. Proc Natl Acad Sci U S
A. 2010; 107(40):17339–44. doi: 10.1073/pnas.1010026107 PMID: 20823220; PubMed Central
PMCID: PMCPMC2951442.

Fusion Inhibitor

PLOS ONE | DOI:10.1371/journal.pone.0122536 March 24, 2015 15 / 15

http://www.ncbi.nlm.nih.gov/pubmed/11021398
http://dx.doi.org/10.1016/j.antiviral.2008.10.009
http://www.ncbi.nlm.nih.gov/pubmed/19028526
http://www.ncbi.nlm.nih.gov/pubmed/1600749
http://dx.doi.org/10.1056/NEJMoa0903810
http://www.ncbi.nlm.nih.gov/pubmed/19423869
http://dx.doi.org/10.1038/nm.1885
http://www.ncbi.nlm.nih.gov/pubmed/19029986
http://dx.doi.org/10.1073/pnas.1010026107
http://www.ncbi.nlm.nih.gov/pubmed/20823220


<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /CMYK
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments true
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile ()
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<

    /BGR <>
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000410064006f006200650020005000440046002065876863900275284e8e9ad88d2891cf76845370524d53705237300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef69069752865bc9ad854c18cea76845370524d5370523786557406300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /CZE <>
    /DAN <>
    /DEU <>
    /ESP <>
    /ETI <>
    /FRA <>
    /GRE <>

    /HRV (Za stvaranje Adobe PDF dokumenata najpogodnijih za visokokvalitetni ispis prije tiskanja koristite ove postavke.  Stvoreni PDF dokumenti mogu se otvoriti Acrobat i Adobe Reader 5.0 i kasnijim verzijama.)
    /HUN <>
    /ITA <>
    /JPN <FEFF9ad854c18cea306a30d730ea30d730ec30b951fa529b7528002000410064006f0062006500200050004400460020658766f8306e4f5c6210306b4f7f75283057307e305930023053306e8a2d5b9a30674f5c62103055308c305f0020005000440046002030d530a130a430eb306f3001004100630072006f0062006100740020304a30883073002000410064006f00620065002000520065006100640065007200200035002e003000204ee5964d3067958b304f30533068304c3067304d307e305930023053306e8a2d5b9a306b306f30d530a930f330c8306e57cb30818fbc307f304c5fc59808306730593002>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020ace0d488c9c80020c2dcd5d80020c778c1c4c5d00020ac00c7a50020c801d569d55c002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /LTH <>
    /LVI <>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken die zijn geoptimaliseerd voor prepress-afdrukken van hoge kwaliteit. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /POL <>
    /PTB <>
    /RUM <>
    /RUS <>
    /SKY <>
    /SLV <>
    /SUO <>
    /SVE <>
    /TUR <>
    /UKR <>
    /ENU (Use these settings to create Adobe PDF documents best suited for high-quality prepress printing.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /ConvertColors /ConvertToCMYK
      /DestinationProfileName ()
      /DestinationProfileSelector /DocumentCMYK
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure false
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles false
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /DocumentCMYK
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /UseDocumentProfile
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


