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Abstract: Viral diseases remain serious threats to public health because of the shortage of effective
means of control. To combat the surge of viral diseases, new treatments are urgently needed. Here
we show that small-molecules, which inhibit cellular anti-apoptotic Bcl-2 proteins (Bcl-2i), induced
the premature death of cells infected with different RNA or DNA viruses, whereas, at the same
concentrations, no toxicity was observed in mock-infected cells. Moreover, these compounds limited
viral replication and spread. Surprisingly, Bcl-2i also induced the premature apoptosis of cells
transfected with viral RNA or plasmid DNA but not of mock-transfected cells. These results suggest
that Bcl-2i sensitizes cells containing foreign RNA or DNA to apoptosis. A comparison of the toxicity,
antiviral activity, and side effects of six Bcl-2i allowed us to select A-1155463 as an antiviral lead
candidate. Thus, our results pave the way for the further development of Bcl-2i for the prevention
and treatment of viral diseases.

Keywords: apoptosis; antiviral agent; innate immunity; host response

1. Introduction

Globalization, environmental changes, population growth, and urbanization make viral diseases
(VDs) one of the major causes of morbidity and mortality in the world [1,2]. In particular, emerging
and re-emerging VDs pose a constant threat to public health [3]. To date, 90 antiviral drugs have
been approved to treat human immunodeficiency virus (HIV) 1 and 2, hepatitis B and C viruses (HBV
and HCV), cytomegalovirus (CMV), herpes simplex virus (HSV) 1 and 2, human papilloma virus
(HPV), varicella zoster virus (VZV), vaccinia virus (VACV), Epstein-Barr virus (EBV), respiratory
syncytial virus (RSV), or influenza A and B virus (IAV and FLUBV) infections but not other important
VDs [4]. Only aciclovir (HSV-1/-2, VZV), famiciclovir (HSV-1/-2, VZV), valaciclovir (HSV-1/-2, VZV,
EBV, CMV), vidarabine (HSV-1/-2, VZV), brivudine (HSV-1, VZV), foscarnet (HSV-1/-2, CMV),
lamivudine (HBV, HIV-1/-2), peginterferon α-2a (HBV, HCV), peginterferon α-2b (HBV, HCV),
ribavirine (RSV, HCV), tenofovir disoproxil (HBV, HIV-1/-2), and trifluridine (HSV-1/-2, VACV)
can target more than one VD [4]. Considering this, there is an urgent need for the development of
novel antivirals, including drugs against emerging and re-emerging VDs.

Apoptosis is a cellular antiviral process that can be exploited in development of such drugs [5,6].
During this process, pattern recognition receptors (PRRs) recognize the invading viruses and signal to
Bcl-2 proteins [7]. The anti-apoptotic (Bcl-2, Bcl-xL, and Bcl-w) and pro-apoptotic (Bax, Bak, and Bad)
Bcl-2 proteins associate or dissociate with each other using Bcl-2-homology 3 (BH3) domains to start a
cascade of events, which leads to mitochondria membrane permeabilization (MoMP), cytochrome c
release, and eventually cell death [8–11].

Anti-apoptotic Bcl-2 proteins may represent cellular targets for novel antivirals [12–14]. Moreover,
commercially available Bcl-2 inhibitors (Bcl-2i) could be tested as antivirals. In particular, the antiviral
properties of two structurally distinct classes of anticancer agents could be investigated. The first
class includes ABT-737 and its derivatives ABT-263 and ABT-199, whereas the second class includes
WEHI-539 and its derivatives, A-1331852 and A-1155463 [15–21]. Interestingly, ABT-263 is currently
in clinical trials, and ABT-199 is approved to treat multiple lymphoid malignancies. However, only
A-1155463 causes reversible thrombocytopenia in animals [22,23].
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Here, we showed that ABT-263 limited the replication of IAV, FLUBV, Middle East respiratory
syndrome coronavirus (MERS-CoV), Zika virus (ZIKV), HBV, HSV-1 and -2, and echovirus 1 and 6
(EV1 and EV6) by inducing the premature death of virus-infected cells at concentrations not toxic for
non-infected cells. We further showed that ABT-263 induced apoptosis in cells transfected with viral
RNA or plasmid DNA but not in mock-transfected cells, suggesting that this compound accelerated
apoptosis in response to foreign nucleic acids. We also demonstrated that ABT-737, ABT-199,
WEHI-539, A-1331852, and A-1155463 can specifically induce the premature death of IAV-infected
cells, but only ABT-737, ABT-263, A-1331852, and A-1155463 limited viral replication. A comparison
of the toxicity, antiviral activity, and side effects of these Bc2i allowed us to select A-1155463 as an
antiviral lead candidate. Thus, we discovered a potential solution for the prevention and treatment of
a broad-spectrum of VDs.

2. Materials and Methods

2.1. Reagents

ABT-199, ABT-263, ABT-737, WEHI-539, A-1331852, A-1155463, obatoclax, and gemcitabine were
purchased from Selleck Chemicals (Houston, TX, USA), Saliphenylhalamide (SaliPhe) was synthesized
as described previously [24]. 10 mM solutions of the compounds were prepared in 100% dimethyl
sulfoxide (Sigma-Aldrich, St. Louis, MO, USA) and stored at −80 ◦C. Lyophilized lipopolysaccharide
(LPS, 10 mg/mL) was purchased from Sigma-Aldrich (St. Louis, MO, USA). Plasmid pEGFP was from
Clontech (Mountain View, CA, USA) (cat #: HLP309). Hoechst 33342 (20 mM solution; cat #: 62249)
and ATP (10 mM solution; cat #: PV3227) were from Thermo Fisher Scientific (Waltham, MA, USA).
Genomic RNA was isolated from influenza A/WSN/1933 strain as described previously [11].

2.2. Viruses

Human influenza A/Udorn/307/1972 (H3N2) and B/Shandong/7/97 viruses were grown in
embryonated hen eggs as described previously [25,26]. EV1 and EV6 strains were propagated in
a monolayer of african green monkey kidney (Vero) and adenocarcinomic human alveolar basal
epithelial A549 cells, respectively, as described earlier [27,28]. Vero cells were used to prepare HSV-1
and -2 stocks as described previously [29]. ZIKV FB-GWUH-2016 strain was cultured in Vero E6 cells
as described earlier [30]. Semliki Forest virus (SFV) expressing VA7-mCherry was generated by the
in vitro transcription of pSP6-SFV4 cDNA and the electroporation of mRNA in baby hamster kidney
(BHK) 21 cells as previously described [31]. HBV particles were prepared from the culture supernatant
of HepAD38 cells as described previously [32]. MERS-CoV was propagated in a monolayer of Vero
cells for three days at 37 ◦C as previously described [33]. The virus stocks were stored at −80 ◦C.
All the experiments with viruses were performed in compliance with the guidelines of the national
authorities using appropriate Biosafety laboratories under appropriate ethical and safety approvals.

2.3. Cells

All cells were propagated at 37 ◦C in 5% CO2. Human retinal pigment epithelial (RPE) cells
were grown in Dulbecco's modified Eagle's medium (DMEM) F12 supplemented with 50 U/mL
penicillin-streptomycin (PenStrep), 2mM L-glutamine, 10% fetal bovine serum (FBS), and 0.25%
sodium bicarbonate (Sigma-Aldrich). Virus growth medium (VGM) for RPE contained 0.2% BSA,
2 mM L-glutamine, 0.348% NaHCO3, and 1 µg/mL l-1-tosylamido-2-phenylethyl chloromethyl
ketone-trypsin (TPCK)-trypsin (Sigma-Aldrich) in DMEM-F12. Human A549 cells were grown in
DMEM medium, supplemented with 50 U/mL PenStrep, 2 mM L-glutamine, and 10% FBS. VGM for
A549 contained 0.2% BSA, 2 mM L-glutamine, and 1 µg/mL 1-tosylamido-2-phenylethyl chloromethyl
ketone-trypsin (TPCK)-trypsin (Sigma-Aldrich) in DMEM. Pa02C were grown in regular DMEM
supplemented with 10% FBS. HepG2-NTCP2 cells were maintained in DMEM supplemented with 10%
FBS, 2 mM L-glutamine, 50 U/mL penicillin, and 50 µg/mL streptomycin as previously described [32].
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Vero cells were grown in high glucose DMEM supplemented with 10% heat-inactivated FBS and
1× Antibiotic-Antimycotic solution (Gibco/Life Technologies, Carlsbad, CA, USA).

2.4. Compound Toxicity and Efficacy Assays

Approximately 4 × 104 cells were seeded in each well of a 96-well plate. The cells were grown
for 24 h in appropriate cell growth medium. The media was replaced with VGM containing CellTox
Green Express cytotoxicity reagent (CTxG, 1:2000 dilution in the assay well, Promega, Madison, WI,
USA). The compounds were added to the cells in three-fold dilutions at seven different concentrations
starting from 10 µM. No compounds were added to the control wells. The cells were mock- or
virus- infected. The multiplicity of infection (moi) was 0.1 to 3 depending on the virus strain. When
Bcl-2i induced a cytopathic effect in virus-infected cells (typically on 12–24 h), the cells were imaged
using a Cytation 5 Imaging reader (BioTek Instruments Inc., Winooski, VT, USA) in a bright-field
or fluorescent mode (485–500 nmEx/520–530 nmEm) and the fluorescence was measured with a
PHERAstar FS plate reader (BMG Labtech, Ortenberg, Germany). The media was removed from
the cells. CellTiter-Glo viability (CTG, Promega, Madison, WI, USA) reagent was added (30 µL
per well). The luminescence was measured with a PHERAstar FS plate reader. The raw data was
normalized against calibration (standard) curves. The curves were generated using purified human
genomic DNA or ATP (Sigma Aldrich). Each of the curves was fitted using logistic regression analysis,
with R2

PRESS = 0.997 and R2
PRESS = 0.995 for the dsDNA and ATP calibration curves, where R2

PRESS is
a predicted coefficient of determination R-squared calculated from the predicted residual error sum of
squares (PRESS) statistic [34]. This allowed accurate estimation of unknown concentrations by finding
intersects with known fluorescence and luminescence measurements on the calibration curve.

2.5. Scoring Drug Response Profiles

The dose-response curves were fitted with four-parameter logistic functions (Equation (1)), where
Amin and Amax are the upper and lower asymptotes (minimal and maximal drug effects), m is the dose
that produces the half-maximal effect, and λ is the steepness (slope) of the curve.

f (x) = Amin +
Amax − Amin

1 +
( x

m
)λ

(1)

We used a composite trapezoidal rule to estimate the area under the dose-response curve
(AUC), which is a commonly used metric for the quantification of drug responses through multiple
dose-levels [35–37]. This allowed us to calculate differential AUC (dAUC) between two dose-response
curves (for example, plus minus virus).

The half maximal cytotoxic concentration (CC50), the half maximal effective concentration (EC50)
for each compound was determined as described previously [38]. The relative effectiveness of the drug
was defined as the therapeutic or selectivity index (SI = CC50/EC50).

2.6. Virus Titration

The cells were treated with 1 µM Bcl-2i or remained non-treated and infected with a virus. After
24 h, supernatants were collected, serially diluted in PBS, and added to Vero-E6, MDCK, or A549
cells. The media was changed, and the cells were overlaid with plaque assay media. The cells were
fixed, and viral titers were calculated. The titers were expressed as plaque-forming units (PFU), 50%
tissue culture infective dose (TCID50), or fluorescence-forming units (FFU)/mL. The EC50 values as
well as the ratios between virus titers in non-treated and compound-treated cells at certain Bcl-2i
concentrations were calculated.

IAV and FLUBV were titered using plaque assay on MDCK cells, as described earlier [25]. EV1
and EV6 titers were also determined by plaque assay on A549 cells [39]. HSV-1 and HSV-2 titers were
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determined by plaque titration in Vero cells in the presence of human immunoglobulin G (20 µg/mL) as
described earlier [29]. SFV4 was titered by plaque assay on BHK-21 cells, as previously described [31].

2.7. Transfections of RPE Cells with vRNA or Plasmid DNA

RPE cells were cultured to 80% confluence in 96 well plates and transfected with 160 ng viral
genomic RNA using Lipofectamine RNAiMAX (Thermo Fisher Scientific, Waltham, MA, USA) or
with 30, 100, or 300 ng of plasmid DNA (pEGFP) using Lipofectamine 3000 (Thermo Fisher Scientific,
Waltham, MA, USA).

2.8. Live Microscopy of Semliki Forest Virus Infection During Bcl-2-Inhibition

One thousand Pa02C cells were seeded per well in 384-well plates in duplicate in the presence
of 1:2000 dilution of CellToxGreen reagent. Cells were infected with 10 PFUs per well of SFV vector
VA7-mCherry [31]. Plates were placed in an Incucyte Zoom live microscope (Essen Bioscience,
Ann Arbor, MI, USA) and set to image every 30 min. Movies were assembled using all frames,
while still images show the cells every 2 h.

2.9. Dynamic BH3 Peptide Profiling

Dynamic BH3 profiling was performed as described previously [40]. Briefly, 4 × 104 RPE cells
were plated per well in 96-well plates (Corning, Corning, NY, USA). After 16 h, the cells were infected
with IAV or transfected with pEGFP plasmid using Lipofectamine 3000 following the manufacturer’s
instructions. Three hours post infection and one hour post transfection, the medium was replaced with
100 µL of Derived from Trehalose Experimental Buffer (DTEB). The DTEB contained 135 mM trehalose,
50 mM KCl, 20 µM EDTA, 20 µM EGTA, 0.1% BSA, 5 mM succinate, 10 mM HEPES-KOH, 0.005%
digitonin, 10 µg/mL Oligomycin A, 5 µM β-mercaptoethanol, 1 µM JC-1 fluorescent probe (all from
Sigma), and BH3-domain peptides BIM (1 µM), BID (5 µM), PUMA (5 µM), NOXAA (5 µM), BAD
(10 µM), HRK (5 µM; KJ Ross-Peterssen, ApS, Copenhagen, Denmark), or DMSO (Sigma-Aldrich).
The fluorescent signal was measured at λ = 593 nm for 150 min with 10 min intervals using a Cytation
5 Imaging reader (BioTek Instruments Inc., Winooski, VT, USA). The kinetic curves were plotted
and analyzed using GraphPad Prism7 (GraphPad Software Inc., La Jolla, CA, USA). Mitochondrial
depolarization and delta apoptotic priming were calculated as described [40].

2.10. Metabolomics

Metabolomics analysis was performed as described previously [41]. Briefly, 10 µL of labeled
internal standard mixture was added to 100 µL of the sample (cell culture media), and 0.4 mL of
solvent (99% ACN and 1% FA) was added to each sample. The samples were filtered. Sample analysis
was performed on an Acquity UPLC-MS/MS system (Waters Corporation, Milford, MA, USA). The
detection system, a Xevo TQ-S tandem triple quadrupole mass spectrometer (Waters, Milford, MA,
USA), was operated in both positive and negative polarities with a polarity switching time of 20 msec.
Electro spray ionization was chosen as the ionization mode with a capillary voltage at 0.6 kV in both
polarities. The source temperature and desolvation temperature of 120 ◦C and 650 ◦C, respectively,
were maintained constantly throughout the experiment. The declustering potential and collision
energy were optimized for each compound. The Multiple Reaction Monitoring (MRM) acquisition
mode was selected for the quantification of the metabolites with an individual span time of 0.1 s
given in their individual MRM channels. The dwell time was calculated automatically by the software
based on the region of the retention time window, the number of MRM functions, and also depending
on the number of data points required to form the peak. MassLynx software (version 4.1, Waters
Corporation, Milford, MA, USA) was used for data acquisition, data handling, and instrument control.
Data processing was done using TargetLynx software (Waters Corporation, Milford, MA, USA), and the
metabolites were quantified by calculating the curve area ratio using labeled internal standards and
external calibration curves. The metabolomics data was log2 transformed for linear modeling and
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empirical-Bayes-moderated t-tests using the R/Bioconductor software package limma [42]. To analyse
the differences in metabolites levels, a linear model was fit to each metabolite. The Benjamini-Hochberg
method was used to correct for multiple testing. The significant metabolites were determined at a
Benjamini-Hochberg false discovery rate (FDR) controlled at 10%. The heatmap was generated
using the pheatmap package based on log transformed profiling data. MetaboAnalyst (version 3.0,
McGill University, Ste. Ann de Bellevue, QC, Canada) was used to identify the metabolic pathways
associated with virus infection or affected by Bcl-2i treatment [43].

2.11. Immuno-Precipitation and Mass-Spectrometry

The Bcl-xL-, Bcl-2-, or Mcl-1-associated factors were immuno-precipitated from IAV-infected and
non-infected RPE cells using rabbit anti-Bcl-xL, Bcl-2, or Mcl-1 antibodies (1:200; Cell Signalling
Technology, Danvers, MA, USA), separated with sodium dodecyl sulfate polyacrylamide gel
electrophoresis (SDS-PAGE) and visualized by Coomassie staining. The entire lanes or specific protein
bands were cut. The proteins were in-gel digested with trypsin. The resulting peptides were analyzed
using liquid chromatography–tandem mass spectrometry, as described previously [11,44]. The mass
spectrometry data were searched using in-house Mascot and the ProteinPilot interface against the
SwissProt database. Only statistically significant data (p < 0.05) were selected.

3. Results

Our dynamic BH3 peptide profiling revealed that Bad, Bim, Bid, Puma, and Noxa enhanced
MoMP in IAV- but not in mock-infected human non-malignant RPE cells, which represent natural
targets for IAV infection (Figure S1) [45–50]. A co-immunoprecipitation experiment using antibodies
against pro-survival Bcl-xL, Bcl-2, or Mcl-1 followed by mass spectrometry showed that several cellular
proteins, including Bad, Bax, Bak, UACA, PAWR, FLII, Trim21, IMMT, 14-3-3, EFHD2, DHX9, DDX3,
NLRP3, and LRRFIP2, as well as viral factors M1, NS1, HA, and NP were present in the complexes
(Figure S2). Thus, these experiments demonstrated that pro-apoptotic Bcl-2 proteins (Bad, Bax, Bak),
PRRs (DHX9, DDX3, LRRFIP2), and other factors can be involved in the programmed death of
IAV-infected cells.

It was shown that ABT-263 targets Bcl-xL and Bcl-2 and alters their interaction with pro-apoptotic
Bax, Bad, and Bak [19,20]. We tested the effect of ABT-263 on the viability of RPE cells infected with
IAV or mock by carrying out dose response studies. As readouts, we used fluorescent microscopy,
which visualizes dead (green) and living (blue) cells. Fluorescent microscopy revealed that ABT-263
induced the premature death of IAV-infected cells at concentrations not toxic for non-infected cells
(Figure 1A).

We validated the results with the CTxG and CTG assays. The CTxG assay uses fluorescent
asymmetric cyanine dye that stains the DNA of dead cells, whereas CTG assay quantifies ATP,
an indicator of metabolically active living cells. We calculated the values of the differential area under
the dose-response curves between the mock- and IAV-infected cells for both assays (∆AUCCTG and
∆AUCCTG; Figure 1B,C,E). High values indicate that ABT-263 was an effective trigger of the premature
death of infected cells. In infected cells, the effect was observed already at 12 h post infection, whereas
no toxicity was detected for at least 36 h at 0.4 µM ABT-263 in the mock-infected cells (Figure 1E).
Moreover, the effect was dependent not only on the dose of ABT-263 but also on the viral load
(Figure 1D).

In addition, we evaluated the effect of ABT-263 on IAV replication by tittering viruses produced
in cells treated and non-treated with ABT-263. ABT-263 treatment lowered IAV production in RPE
cells, as indicated by the fold change between virus titers (Figure 1D,E). We obtained similar results in
A549 cells (Figure S3). Furthermore, ABT-263 activated caspase 3 in IAV-infected but not in non-treated
or ABT-263-treated mock-infected RPE cells at 12 h post infection (Figure S4). These results collectively
suggest that ABT-263 induced premature apoptosis in IAV-infected cells and lowered IAV production.



Viruses 2017, 9, 271 7 of 15

Viruses 2017, 9, 271 7 of 15 

 

 
Figure 1. At 24 h post infection, ABT-263 kills influenza A (IAV)-infected but not mock-infected RPE 
cells and lowers the production of infectious viral particles. (A) Fluorescent microscopy images 
showing that increasing concentrations of ABT-263 kill IAV-infected (moi 3) but not mock-infected 
retinal pigment epithelium (RPE) cells at 24 h. Asymmetric cyanine dye stains the dsDNA of dead 
cells. Hoechst stains DNA in living cells; (B) quantification of dsDNA in dead cells using 
CellToxGreen cytotoxicity (CTxG) assay. Mean ± standard deviation (SD), n = 3; (C) quantification of 
intracellular ATP in living cells using CellTiter-Glo luminescent cell viability (CTG) assay. Mean ± 
standard deviation (SD), n = 3; (D) RPE cells were non- or ABT-263-treated (0.4 μM) and infected with 
IAV at moi 0.08, 0.4, 2, and 10. Cell viability was measured using a CTG assay 24 h after infection. 
Mean ± SD, n = 3; (E) RPE cells were non- or ABT-263-treated (0.4 μM) and mock- or IAV-infected 
(moi 3), and cell viability was measured using a CTG assay at the indicated time points. Mean ± SD, 
n = 3; (F) example of plaque assay measuring virus production in Bcl-2i- (3 μM) and DMSO-treated 
RPE cells at 24 hpi; (G) table summarizing the differential effect of ABT-263 on the viability of virus- 
and mock-infected cells, expressed as ΔAUCCxTG and ΔAUCCTG. It also shows the effect of ABT-263 on 
virus production in drug- (3 μM) and DMSO-treated RPE cells, which is expressed in log10 fold change 
(FC). Mean ± SD, n = 3. 

Figure 1. At 24 h post infection, ABT-263 kills influenza A (IAV)-infected but not mock-infected
RPE cells and lowers the production of infectious viral particles. (A) Fluorescent microscopy images
showing that increasing concentrations of ABT-263 kill IAV-infected (moi 3) but not mock-infected
retinal pigment epithelium (RPE) cells at 24 h. Asymmetric cyanine dye stains the dsDNA of dead
cells. Hoechst stains DNA in living cells; (B) quantification of dsDNA in dead cells using CellToxGreen
cytotoxicity (CTxG) assay. Mean ± standard deviation (SD), n = 3; (C) quantification of intracellular
ATP in living cells using CellTiter-Glo luminescent cell viability (CTG) assay. Mean ± standard
deviation (SD), n = 3; (D) RPE cells were non- or ABT-263-treated (0.4 µM) and infected with IAV at
moi 0.08, 0.4, 2, and 10. Cell viability was measured using a CTG assay 24 h after infection. Mean ± SD,
n = 3; (E) RPE cells were non- or ABT-263-treated (0.4 µM) and mock- or IAV-infected (moi 3), and cell
viability was measured using a CTG assay at the indicated time points. Mean ± SD, n = 3; (F) example
of plaque assay measuring virus production in Bcl-2i- (3 µM) and DMSO-treated RPE cells at 24 hpi;
(G) table summarizing the differential effect of ABT-263 on the viability of virus- and mock-infected
cells, expressed as ∆AUCCxTG and ∆AUCCTG. It also shows the effect of ABT-263 on virus production
in drug- (3 µM) and DMSO-treated RPE cells, which is expressed in log10 fold change (FC). Mean ± SD,
n = 3.

Importantly, ABT-263 induced the premature death of RPE cells infected with FLUBV, SFV,
or HSV-1 and lowered virus production, all at concentrations that are not toxic to non-infected cells
(Figure 2). We obtained similar results with ZIKV, EV1, EV6, MERS-CoV, HBV, and HSV-2 viruses using
different cell lines (Figure S5). Supplementary movies 1 and 2 further reaffirm that the treatment of
pancreatic cancer cells infected with SFV with ABT-263 at low moi attenuated the replication and spread
of the virus in these cells. These results suggest that Bcl-2i might be used as broad-spectrum antivirals.
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Figure 2. ABT-263 induces the premature death of cells infected with different viruses. (A) CTxG
and (B) CTG plots showing the ABT-263 induces the premature death of RPE cells infected with
FLUBV, SFV4, or HSV-1 viruses (moi 1) but not those infected with mock. Mean ± SD, n = 3; (C) table
summarizing the differential effect of Bcl-2i on the viability of virus- and mock-infected cells, expressed
as ∆AUCCxTG and ∆AUCCTG. It also shows the effect of ABT-263 on virus production in drug- (3 µM)
and DMSO-treated RPE cells, which is expressed in log10 fold change (FC).

We hypothesized that viral or any other foreign RNA or DNA could trigger ABT-263-sensitized
apoptosis. To test this, we transfected RPE cells with IAV RNA (vRNA) or plasmid DNA (pDNA) and
treated transfected cells with ABT-263. Viral RNA- or pDNA, but not mock-transfected cells, rapidly
died after ABT-263 treatment (Figure 3 and Figure S6 A,B). It is important to note that cell death was
dependent on the amount of transfected vRNA and pDNA, as well as on concentration of ABT-263.
Moreover, BH3 peptides of Puma, Bad, and Bid induced MoMP in pDNA-transfected ABT-263-treated
cells as early as 3 h post transfection, in contrast to cells treated with ABT-263 or cells transfected with
pDNA (Figure S6 F). As expected, ABT-263 did not accelerate the death of RPE or A549 cells treated
with bacterial lipopolysaccharides (LPS), which are recognized by different PRRs to those that detect
intracellular foreign RNA or DNA (Figure S6C–E).

In the next experiment, we pre-treated RPE or A549 cells with compounds that inhibit the
endocytic uptake (obatoclax or SaliPhe) or the transcription and replication of IAV (JNJ-872 or
gemcitabin) [46,51] and infected them with IAV. ABT-263 did not show any effect on these
cells (Figure S7). These results confirmed that intracellular foreign RNA/DNA or its replication
intermediates triggered apoptosis, and Bcl-2i accelerate this process.
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Figure 3. ABT-263 induces the premature death of cells transfected with IAV genomic RNA
(vRNA) or plasmid DNA (pDNA). (A) Fluorescent microscopy images showing that ABT-263 kills
vRNA-transfected (160 ng) but not mock-transfected RPE cells at 8 h post transfection. Asymmetric
cyanine dye stains the dsDNA of dead cells. Hoechst stains DNA in living cells; (B) CTxG plot
showing that ABT-263 (3 µM) induces that premature death of RPE cells transfected with increasing
concentrations of vRNA. Mean ± SD, n = 3; (C) Fluorescent and bright field microscopy of RPE cells
showing that ABT-263 kills eGFP-expressing plasmid transfected (300 ng) but not mock-transfected
RPE cells at 6 h post transfection; (D) CTG graph showing that the viability of ABT-263-treated (3 µM)
cells decreases with increasing concentrations of transfected plasmid DNA. Mean ± SD, n = 3.

In order to provide further clues on the mechanisms of Bcl-2i-sensitized apoptosis, we investigated
the effect of ABT-263 analogues (ABT-737, ABT-199, WEHI-539, A-1331852, and A-1155463) on the
viability and death of IAV-infected and mock-infected RPE cells at 24 hpi (Figure 4). In addition,
we evaluated the effect of these compounds on IAV replication by titering the viruses produced in
cells treated with increasing compound concentrations. We calculated CC50, EC50, and SI values for
each compound. We observed that ABT-263 was more selective than structurally similar ABT-737 and
ABT-199, whereas A-1155463 was more selective than structurally similar A-1331852 and WEHI-539
(Figures 4 and 5A). Importantly, the treatment of non-infected RPE cells with these compounds altered
the levels of secreted adenine, adenosine, hypoxanthine, IMP, AMP, inosine, and xanthosine, which
belong to the ATP metabolic pathway (Figure S8). Altogether, these results suggest that A-1155463
may represent an antiviral lead candidate.
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Figure 4. Anti-IAV activities of ABT-263 analogues. (A,B) Structures of ABT-263, ABT-737, and ABT-199,
as well as WEHI-539, A-1331852, and A-1155463, showing that these molecules share similar elements;
(C) fluorescent microscopy images showing that increasing concentrations of Bcl-2i kill IAV-infected
(moi 3) but not mock-infected RPE cells at 24 hpi. Asymmetric cyanine dye stains the dsDNA of dead
cells. Hoechst stains DNA in living cells; (D) quantification of dsDNA in dead cells. Mean ± SD, n = 3;
(E) quantification of intracellular ATP in living cells using CTG assay. Mean ± SD, n = 3.
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4. Discussion

Generally, antivirals interfere with virus replication to prevent cell death. This can be achieved by
the inhibition of critical steps of the virus replication cycle either by direct virus targeting or by targeting
a host cell function. Here, we described an alternative approach, in which small molecules limited
virus replication and spread by inducing the death of infected cells without affecting non-infected cells.

We showed that ABT-263 induced the premature apoptosis of IAV-infected cells at physiologically
relevant concentrations. ABT-263 also facilitated apoptosis in cells infected with FLUBV, SFV, ZIKV,
EV1, EV6, MERS-CoV, HBV, HSV-1, and HSV-2 or transfected with IAV vRNA or plasmid DNA. We
concluded that foreign RNA/DNA triggered apoptosis in ABT-263-sensitized cells. It should be noted
that other factors (such as IAV M2, PB1-F2, NS1, HA, and NP proteins, or HSV ICP27, ICP4, ICP10
PK, Us3, gD, and gJ) may further accelerate or decelerate apoptosis by disrupting or stabilizing the
interactions of cellular BH3-domain proteins in infected cells [11,52–55].

Furthermore, we demonstrated that ABT-263-sensitized apoptosis was dependent on the load
of viral nucleic acids. In particular, ABT-263 treatment induced apoptosis during the early stages of
a viral infection if the viral load was high or during the late stages of a viral infection if the initial
concentration of viral nucleic acid was low. In both cases, ABT-263 treatment could prematurely
terminate viral replication. Mechanistically, PRRs recognized intracellular viral RNA/DNA and
sent signals to anti-apoptotic Bcl-2 proteins. Bcl-2 proteins released their pro-apoptotic partners to
initiate MoMP, ATP degradation and caspase-3 activation. This resulted in cell death. ABT-263 acted
synergistically with viral RNA/DNA and, thereby, facilitated cell death (Figure 5B).

We also demonstrated that ABT-737, ABT-199, WEHI-539, A-1331852, and A-1155463 specifically
induced the premature death of IAV-infected cells, but only ABT-737, ABT-263, A-1331852, and
A-1155463 limited viral replication. Importantly, ABT-263 was more effective than structurally similar
ABT-737 and ABT-199, whereas A-1155463 was more effective than structurally similar WEHI-539 and
A-1331852. A-1155463, unlike ABT-263, causes reversible thrombocytopenia, which made it a suitable
antiviral lead candidate [22,23].

The structures of A-1155463 and its analogues bound to Bcl-xL may provide further ideas
for the development of this compound as an antiviral (Figure S9) [15,19,21–23]. The binding
of A-1155463, A-1331852, and WEHI-539 to their targets induces major conformational change
(7 Å backbone movement) in the Bcl-xL that disrupts the local (R103-D107) helical structure of
the protein. This structural change is not seen with ABT-263, ABT-737, and ABT-199 binding as
these compounds contain chlorophenyl moiety compared to A-115463, A-1331852, and WEHU-539
benzothiazole moiety. Moreover, A-1155463 has additional moiety, which perturbs the Bcl-xL structure
and may affect its binding with its anti-apoptotic partners (such as Bad, Bax, and Bak) and, perhaps,
other proteins (such as DHX9, LRRFIP2, PAWR, UACA, NS1, M1, NP, and HA). It is possible that,
not only the high affinity of A-1155463 to Bcl-xL protein, but also its capacity to alter protein-protein
interactions could be important for its pro-apoptotic antiviral effect.

Several critical issues should be also considered while developing A-1155463 or its derivatives as
antivirals. While A-1155463 may possess broad-spectrum antiviral activity in vitro and against some
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other viruses in primary patient samples ex vivo [12–14], its antiviral efficacy should be evaluated
in vivo. Also its side effects, including its immuno- and neuro-modulatory properties, should be
studied in detail. In particular, A-1155463 or its derivatives may possess adverse effects in acute virus
infection. The viral dose is likely to be high, infecting a large number of cells. Inducing apoptosis may
result in extensive tissue damage. Thus, A-1155463 or its derivatives must be evaluated as prophylactic
rather than as therapeutic agents against viruses that cause acute infections.

5. Conclusions

We can explore our knowledge in virus-host interaction to develop pharmacological interventions
to control viral infections. In particular, our understanding of virus-mediated cell death highlighted the
potential use of apoptosis-inducing molecules as antiviral drugs. Our study suggests that A-1155463
may be a lead pro-apoptotic compound with antiviral properties. The prophylactic use of A-1155463
and its derivatives might help to prevent severe viral diseases.

Supplementary Materials: Supplementary materials can be found at http://www.mdpi.com/1999-4915/9/10/
271/s1.

Acknowledgments: We thank Michelle Becker and Dominic Roy at the Ottawa Hospital Research Institute
for generating VA7-mCherry virus. We thank Maria Nurmi from the Institute for Molecular Medicine Finland
(FIMM) High Throughput Biomedicine unit (HTB) for preparing pre-drugged assay plates and for assistance
with the live cell microscopy. We thank Anirban Maitra from Anderson, USA, for the kind gift of pancreatic
cancer cells Pa02C. This study was supported by the J&A Erkko foundation (to Denis E. Kainov.), the European
Regional Development Fund, the Mobilitas Pluss Project MOBTT39 (to Denis E. Kainov), a University
of Helsinki three-year research grant (No. 465/51/2014, to Denis E. Kainov), the Academy of Finland
(grant No. SA259725 to Olli Vapalahti), the Sigrid Juselius Foundation (to Olli Vapalahti), the Robert A. Welch
Foundation (grant No. I-1422, to Jef K. De Brabander), EA3610 University of Lille 2 and CHRU Lille grants
(to Didier Hober), and the Bio&Medical Technology Development Program of the NRF, funded by the Ministry of
Science, ICT and Future Planning, Republic of Korea (grant No. 1601-0302, to Ji-Young Min).

Author Contributions: All authors substantially contributed to the study: Daria Bulanova, Aleksandr
Ianevski, Andrii Bugai, Markus Vähä-Koskela, Jatin Nandinia, Vidya Velagapudi, Anni Honkimaa,
Varpu Marjomäki, Jung Min Shim, Jinhee Kim, Thoa Than, So Young Chang, Marc Windich, Ji-Young Min and
Denis Kainov conceived and designed the experiments. Daria Bulanova, Aleksandr Ianevski, Andrii Bugai,
Yevhen Akimov, Suvi Kuivanen, Henrik Paavilainen, Laura Kakkola, Jatin Nandinia, Laura Turunen,
Tiina Ohman, Hanna Ala-Hongisto, Hanna Pesonen, Marika Kuisma, Anni Honkimaa, Dmitry Guschin,
Jung Min Shim, Jinhee Kim, Thoa Than, So Young Chang, Evgeny Kulesskiy and Denis Kainov performed
the experiments. Daria Bulanova, Aleksandr Ianevski, Andrii Bugai, Jung Min Shim, Markus Vähä-Koskela,
Laura Kakkola, Ilkka Julkunen, Marc Windich, Jef De Brabander, Ji-Young Min, Arto Pulk, Vidya Velagapudi
and Denis Kainov analyzed the data. Emma Walton, Valentyn Oksenych, Martina Lorey, Yevhen Akimov,
Veijo Hukkanen, Varpu Marjomäki, Ilkka Julkunen, Tuula Nyman, Sampsa Matikainen, Famara Sane,
Didier Hober, Gülsah Gabriel, Jef De Brabander, Miika Martikainen, Roberto Bruzzone, Tero Aittokallio,
Olli Vapalahti, Vidya Velagapudi contributed reagents/materials/analysis tools. All authors wrote the paper.

Conflicts of Interest: The authors declare no conflicts of interest.

References

1. Global, R. National life expectancy. All-cause mortality, and cause-specific mortality for 249 causes of death,
1980–2015: A systematic analysis for the Global Burden of Disease Study 2015. Lancet 2016, 388, 1459–1544.

2. Vos, T.; Barber, R.M.; Bell, B.; Bertozzi-Villa, A.; Biryukov, S.; Bolliger, I.; Charlson, F.; Davis, A.;
Degenhardt, L.; Dicker, D. Global Burden of Disease Study 2013 Collaborators. Global, regional, and
national incidence, prevalence, and years lived with disability for 301 acute and chronic diseases and injuries
in 188 countries, 1990–2013: A systematic analysis for the Global Burden of Disease Study 2013. Lancet 2015,
386, 743–800.

3. WHO. Available online: http://www.who.int/medicines/ebola-treatment/WHO-list-of-top-emerging-
diseases/en/ (accessed on 1 September 2017).

4. De Clercq, E.; Li, G. Approved antiviral drugs over the past 50 years. Clin. Microbiol. Rev. 2016, 29, 695–747.
[CrossRef] [PubMed]

5. Shim, J.M.; Kim, J.; Tenson, T.; Min, J.-Y.; Kainov, D.E. Influenza virus infection, interferon response, viral
counter-response, and apoptosis. Viruses 2017, 9, 223. [CrossRef] [PubMed]

http://www.mdpi.com/1999-4915/9/10/271/s1
http://www.mdpi.com/1999-4915/9/10/271/s1
http://www.who.int/medicines/ebola-treatment/WHO-list-of-top-emerging-diseases/en/
http://www.who.int/medicines/ebola-treatment/WHO-list-of-top-emerging-diseases/en/
http://dx.doi.org/10.1128/CMR.00102-15
http://www.ncbi.nlm.nih.gov/pubmed/27281742
http://dx.doi.org/10.3390/v9080223
http://www.ncbi.nlm.nih.gov/pubmed/28805681


Viruses 2017, 9, 271 13 of 15

6. Ebert, G.; Allison, C.; Preston, S.; Cooney, J.; Toe, J.G.; Stutz, M.D.; Ojaimi, S.; Baschuk, N.; Nachbur, U.;
Torresi, J.; et al. Eliminating hepatitis B by antagonizing cellular inhibitors of apoptosis. Proc. Natl. Acad.
Sci. USA 2015, 112, 5803–5808. [CrossRef] [PubMed]

7. Ashkenazi, A.; Fairbrother, W.J.; Leverson, J.D.; Souers, A.J. From basic apoptosis discoveries to advanced
selective BCL-2 family inhibitors. Nat. Rev. Drug Discov. 2017, 16, 273–284. [CrossRef] [PubMed]

8. Tran, A.T.; Cortens, J.P.; Du, Q.; Wilkins, J.A.; Coombs, K.M. Influenza virus induces apoptosis via
BAD-mediated mitochondrial dysregulation. J. Virol. 2013, 87, 1049–1060. [CrossRef] [PubMed]

9. McLean, J.E.; Datan, E.; Matassov, D.; Zakeri, Z.F. Lack of Bax prevents influenza A virus-induced apoptosis
and causes diminished viral replication. J. Virol. 2009, 83, 8233–8246. [CrossRef] [PubMed]

10. Hinshaw, V.S.; Olsen, C.W.; Dybdahl-Sissoko, N.; Evans, D. Apoptosis: A mechanism of cell killing by
influenza A and B viruses. J. Virol. 1994, 68, 3667–3673. [PubMed]

11. Kakkola, L.; Denisova, O.V.; Tynell, J.; Viiliainen, J.; Ysenbaert, T.; Matos, R.C.; Nagaraj, A.; Ohman, T.;
Kuivanen, S.; Paavilainen, H.; et al. Anticancer compound ABT-263 accelerates apoptosis in virus-infected
cells and imbalances cytokine production and lowers survival rates of infected mice. Cell Death Dis. 2013, 4,
e742. [CrossRef] [PubMed]

12. Cummins, N.W.; Sainski, A.M.; Dai, H.; Natesampillai, S.; Pang, Y.P.; Bren, G.D.; de Araujo Correia, M.C.;
Sampath, R.; Rizza, S.A.; O'Brien, D.; et al. Prime, shock, and kill: Priming CD4 T cells from HIV patients
with a BCL-2 antagonist before HIV reactivation reduces HIV reservoir size. J. Virol. 2016, 90, 4032–4048.
[CrossRef] [PubMed]

13. Samuel, S.; Beljanski, V.; van Grevenynghe, J.; Richards, S.; Ben Yebdri, F.; He, Z.; Nichols, C.; Belgnaoui, S.M.;
Steel, C.; Goulet, M.L.; et al. BCL-2 inhibitors sensitize therapy-resistant chronic lymphocytic leukemia cells
to VSV oncolysis. Mol. Ther. 2013, 21, 1413–1423. [CrossRef] [PubMed]

14. Cummins, N.W.; Sainski-Nguyen, A.M.; Natesampillai, S.; Aboulnasr, F.; Kaufmann, S.; Badley, A.D.
Maintenance of the HIV reservoir is antagonized by selective BCL-2 inhibition. J. Virol. 2017, 91, e00012-17.
[CrossRef] [PubMed]

15. Souers, A.J.; Leverson, J.D.; Boghaert, E.R.; Ackler, S.L.; Catron, N.D.; Chen, J.; Dayton, B.D.; Ding, H.;
Enschede, S.H.; Fairbrother, W.J.; et al. ABT-199, a potent and selective BCL-2 inhibitor, achieves antitumor
activity while sparing platelets. Nat. Med. 2013, 19, 202–208. [CrossRef] [PubMed]

16. Vandenberg, C.J.; Cory, S. ABT-199, a new Bcl-2-specific BH3 mimetic, has in vivo efficacy against aggressive
Myc-driven mouse lymphomas without provoking thrombocytopenia. Blood 2013, 121, 2285–2288. [CrossRef]
[PubMed]

17. Delbridge, A.R.; Grabow, S.; Strasser, A.; Vaux, D.L. Thirty years of BCL-2: Translating cell death discoveries
into novel cancer therapies. Nat. Rev. Cancer 2016, 16, 99–109. [CrossRef] [PubMed]

18. Roberts, A.W.; Huang, D. Targeting BCL-2 with BH3 mimetics: Basic science and clinical application of
venetoclax in chronic lymphocytic leukemia and related B cell malignancies. Clin. Pharmacol. Ther. 2017, 101,
89–98. [CrossRef] [PubMed]

19. Lee, E.F.; Czabotar, P.E.; Smith, B.J.; Deshayes, K.; Zobel, K.; Colman, P.M.; Fairlie, W.D. Crystal
structure of ABT-737 complexed with Bcl-xL: Implications for selectivity of antagonists of the Bcl-2 family.
Cell Death Differ. 2007, 14, 1711–1713. [CrossRef] [PubMed]

20. Kvansakul, M.; Hinds, M.G. The Bcl-2 family: Structures, interactions and targets for drug discovery.
Apoptosis 2015, 20, 136–150. [CrossRef] [PubMed]

21. Lessene, G.; Czabotar, P.E.; Sleebs, B.E.; Zobel, K.; Lowes, K.N.; Adams, J.M.; Baell, J.B.; Colman, P.M.;
Deshayes, K.; Fairbrother, W.J.; et al. Structure-guided design of a selective BCL-X(L) inhibitor.
Nat. Chem. Biol. 2013, 9, 390–397. [CrossRef] [PubMed]

22. Tao, Z.F.; Hasvold, L.; Wang, L.; Wang, X.; Petros, A.M.; Park, C.H.; Boghaert, E.R.; Catron, N.D.; Chen, J.;
Colman, P.M.; et al. Discovery of a potent and selective BCL-XL inhibitor with in vivo activity. ACS Med.
Chem. Lett. 2014, 5, 1088–1093. [CrossRef] [PubMed]

23. Leverson, J.D.; Phillips, D.C.; Mitten, M.J.; Boghaert, E.R.; Diaz, D.; Tahir, S.K.; Belmont, L.D.; Nimmer, P.;
Xiao, Y.; Ma, X.M.; et al. Exploiting selective BCL-2 family inhibitors to dissect cell survival dependencies
and define improved strategies for cancer therapy. Sci. Transl. Med. 2015, 7, 279ra40. [CrossRef] [PubMed]

24. Lebreton, S.; Jaunbergs, J.; Roth, M.G.; Ferguson, D.A.; de Brabander, J.K. Evaluating the potential of
vacuolar ATPase inhibitors as anticancer agents and multigram synthesis of the potent salicylihalamide
analog saliphenylhalamide. Bioorg. Med. Chem. Lett. 2008, 18, 5879–5883. [CrossRef] [PubMed]

http://dx.doi.org/10.1073/pnas.1502400112
http://www.ncbi.nlm.nih.gov/pubmed/25902530
http://dx.doi.org/10.1038/nrd.2016.253
http://www.ncbi.nlm.nih.gov/pubmed/28209992
http://dx.doi.org/10.1128/JVI.02017-12
http://www.ncbi.nlm.nih.gov/pubmed/23135712
http://dx.doi.org/10.1128/JVI.02672-08
http://www.ncbi.nlm.nih.gov/pubmed/19494020
http://www.ncbi.nlm.nih.gov/pubmed/8189504
http://dx.doi.org/10.1038/cddis.2013.267
http://www.ncbi.nlm.nih.gov/pubmed/23887633
http://dx.doi.org/10.1128/JVI.03179-15
http://www.ncbi.nlm.nih.gov/pubmed/26842479
http://dx.doi.org/10.1038/mt.2013.91
http://www.ncbi.nlm.nih.gov/pubmed/23689597
http://dx.doi.org/10.1128/JVI.00012-17
http://www.ncbi.nlm.nih.gov/pubmed/28331083
http://dx.doi.org/10.1038/nm.3048
http://www.ncbi.nlm.nih.gov/pubmed/23291630
http://dx.doi.org/10.1182/blood-2013-01-475855
http://www.ncbi.nlm.nih.gov/pubmed/23341542
http://dx.doi.org/10.1038/nrc.2015.17
http://www.ncbi.nlm.nih.gov/pubmed/26822577
http://dx.doi.org/10.1002/cpt.553
http://www.ncbi.nlm.nih.gov/pubmed/27806433
http://dx.doi.org/10.1038/sj.cdd.4402178
http://www.ncbi.nlm.nih.gov/pubmed/17572662
http://dx.doi.org/10.1007/s10495-014-1051-7
http://www.ncbi.nlm.nih.gov/pubmed/25398535
http://dx.doi.org/10.1038/nchembio.1246
http://www.ncbi.nlm.nih.gov/pubmed/23603658
http://dx.doi.org/10.1021/ml5001867
http://www.ncbi.nlm.nih.gov/pubmed/25313317
http://dx.doi.org/10.1126/scitranslmed.aaa4642
http://www.ncbi.nlm.nih.gov/pubmed/25787766
http://dx.doi.org/10.1016/j.bmcl.2008.07.003
http://www.ncbi.nlm.nih.gov/pubmed/18657422


Viruses 2017, 9, 271 14 of 15

25. Lietzen, N.; Ohman, T.; Rintahaka, J.; Julkunen, I.; Aittokallio, T.; Matikainen, S.; Nyman, T.A. Quantitative
subcellular proteome and secretome profiling of influenza A virus-infected human primary macrophages.
PLoS Pathog. 2011, 7, e1001340. [CrossRef] [PubMed]

26. Schneider, J.; Dauber, B.; Melen, K.; Julkunen, I.; Wolff, T. Analysis of influenza B Virus NS1 protein trafficking
reveals a novel interaction with nuclear speckle domains. J. Virol. 2009, 83, 701–711. [CrossRef] [PubMed]

27. Ruokola, P.; Dadu, E.; Kazmertsuk, A.; Hakkanen, H.; Marjomaki, V.; Ihalainen, J.A. Raman spectroscopic
signatures of echovirus 1 uncoating. J. Virol. 2014, 88, 8504–8513. [CrossRef] [PubMed]

28. Smura, T.; Kakkola, L.; Blomqvist, S.; Klemola, P.; Parsons, A.; Kallio-Kokko, H.; Savolainen-Kopra, C.;
Kainov, D.E.; Roivainen, M. Molecular evolution and epidemiology of echovirus 6 in Finland.
Infect. Genet. Evol. 2013, 16, 234–247. [CrossRef] [PubMed]

29. Nygardas, M.; Paavilainen, H.; Muther, N.; Nagel, C.H.; Roytta, M.; Sodeik, B.; Hukkanen, V. A herpes
simplex virus-derived replicative vector expressing LIF limits experimental demyelinating disease and
modulates autoimmunity. PLoS ONE 2013, 8, e64200. [CrossRef] [PubMed]

30. Driggers, R.W.; Ho, C.Y.; Korhonen, E.M.; Kuivanen, S.; Jaaskelainen, A.J.; Smura, T.; Rosenberg, A.;
Hill, D.A.; DeBiasi, R.L.; Vezina, G.; et al. Zika virus infection with prolonged maternal viremia and fetal
brain abnormalities. N. Engl. J. Med. 2016, 374, 2142–2151. [CrossRef] [PubMed]

31. Vaha-Koskela, M.J.; Tuittila, M.T.; Nygardas, P.T.; Nyman, J.K.; Ehrengruber, M.U.; Renggli, M.;
Hinkkanen, A.E. A novel neurotropic expression vector based on the avirulent A7(74) strain of Semliki
Forest virus. J. Neurovirol. 2003, 9, 1–15. [CrossRef] [PubMed]

32. Ko, C.; Park, W.J.; Park, S.; Kim, S.; Windisch, M.P.; Ryu, W.S. The FDA-approved drug irbesartan
inhibits HBV-infection in HepG2 cells stably expressing sodium taurocholate co-transporting polypeptide.
Antivir. Ther. 2015, 20, 835–842. [CrossRef] [PubMed]

33. Kim, S.H.; Chang, S.Y.; Sung, M.; Park, J.H.; Bin Kim, H.; Lee, H.; Choi, J.P.; Choi, W.S.; Min, J.Y. Extensive
viable middle east respiratory syndrome (MERS) coronavirus contamination in air and surrounding
environment in MERS isolation wards. Clin. Infect. Dis. 2016, 63, 363–369. [CrossRef] [PubMed]

34. Allen, D.M. The relationship between variable selection and data augmentation and a method for prediction.
Technometrics 1976, 16, 125–127. [CrossRef]

35. Saint-Marcoux, F.; Royer, B.; Debord, J.; Larosa, F.; Legrand, F.; Deconinck, E.; Kantelip, J.P.; Marquet, P.
Pharmacokinetic modelling and development of Bayesian estimators for therapeutic drug monitoring of
mycophenolate mofetil in reduced-intensity haematopoietic stem cell transplantation. Clin. Pharmacokinet.
2009, 48, 667–675. [CrossRef] [PubMed]

36. Singh, N.; Prasad, S.; Singer, D.R.; MacAllister, R.J. Ageing is associated with impairment of nitric oxide and
prostanoid dilator pathways in the human forearm. Clin. Sci. 2002, 102, 595–600. [CrossRef] [PubMed]

37. Gentile, D.A.; Skoner, D.P. The relationship between airway hyperreactivity (AHR) and sodium, potassium
adenosine triphosphatase (Na+, K+ ATPase) enzyme inhibition. J. Allergy Clin. Immunol. 1997, 99, 367–373.
[CrossRef]

38. Muller, K.H.; Kainov, D.E.; El Bakkouri, K.; Saelens, X.; de Brabander, J.K.; Kittel, C.; Samm, E.; Muller, C.P.
The proton translocation domain of cellular vacuolar ATPase provides a target for the treatment of influenza
A virus infections. Br. J. Pharmacol. 2011, 164, 344–357. [CrossRef] [PubMed]

39. Biacchesi, S.; Skiadopoulos, M.H.; Yang, L.; Murphy, B.R.; Collins, P.L.; Buchholz, U.J. Rapid human
metapneumovirus microneutralization assay based on green fluorescent protein expression. J. Virol. Methods
2005, 128, 192–197. [CrossRef] [PubMed]

40. Ryan, J.; Letai, A. BH3 profiling in whole cells by fluorimeter or FACS. Methods 2013, 61, 156–164. [CrossRef]
[PubMed]

41. Gaelings, L.; Soderholm, S.; Bugai, A.; Fu, Y.; Nandania, J.; Schepens, B.; Lorey, M.B.; Tynell, J.;
Vande Ginste, L.; Le Goffic, R.; et al. Regulation of kynurenine biosynthesis during influenza virus infection.
FEBS J. 2017, 284, 222–236. [CrossRef] [PubMed]

42. Ritchie, M.E.; Phipson, B.; Wu, D.; Hu, Y.; Law, C.W.; Shi, W.; Smyth, G.K. Limma powers differential
expression analyses for RNA-sequencing and microarray studies. Nucleic Acids Res. 2015, 43, e47. [CrossRef]
[PubMed]

43. MSEA. MetaboAnalyst 3.0—A Comprehensive Tool Suite for Metabolic Data Analysis. Available online:
www.msea.ca (accessed on 1 September 2017).

http://dx.doi.org/10.1371/journal.ppat.1001340
http://www.ncbi.nlm.nih.gov/pubmed/21589892
http://dx.doi.org/10.1128/JVI.01858-08
http://www.ncbi.nlm.nih.gov/pubmed/18987144
http://dx.doi.org/10.1128/JVI.03398-13
http://www.ncbi.nlm.nih.gov/pubmed/24850734
http://dx.doi.org/10.1016/j.meegid.2013.02.011
http://www.ncbi.nlm.nih.gov/pubmed/23462388
http://dx.doi.org/10.1371/journal.pone.0064200
http://www.ncbi.nlm.nih.gov/pubmed/23700462
http://dx.doi.org/10.1056/NEJMoa1601824
http://www.ncbi.nlm.nih.gov/pubmed/27028667
http://dx.doi.org/10.1080/13550280390173382
http://www.ncbi.nlm.nih.gov/pubmed/12587064
http://dx.doi.org/10.3851/IMP2965
http://www.ncbi.nlm.nih.gov/pubmed/25929767
http://dx.doi.org/10.1093/cid/ciw239
http://www.ncbi.nlm.nih.gov/pubmed/27090992
http://dx.doi.org/10.1080/00401706.1974.10489157
http://dx.doi.org/10.2165/11317140-000000000-00000
http://www.ncbi.nlm.nih.gov/pubmed/19743888
http://dx.doi.org/10.1042/cs1020595
http://www.ncbi.nlm.nih.gov/pubmed/11980580
http://dx.doi.org/10.1016/S0091-6749(97)70055-1
http://dx.doi.org/10.1111/j.1476-5381.2011.01346.x
http://www.ncbi.nlm.nih.gov/pubmed/21418188
http://dx.doi.org/10.1016/j.jviromet.2005.05.005
http://www.ncbi.nlm.nih.gov/pubmed/15955576
http://dx.doi.org/10.1016/j.ymeth.2013.04.006
http://www.ncbi.nlm.nih.gov/pubmed/23607990
http://dx.doi.org/10.1111/febs.13966
http://www.ncbi.nlm.nih.gov/pubmed/27860276
http://dx.doi.org/10.1093/nar/gkv007
http://www.ncbi.nlm.nih.gov/pubmed/25605792
www.msea.ca


Viruses 2017, 9, 271 15 of 15

44. Ohman, T.; Lietzen, N.; Valimaki, E.; Melchjorsen, J.; Matikainen, S.; Nyman, T.A. Cytosolic RNA recognition
pathway activates 14–3-3 protein mediated signaling and caspase-dependent disruption of cytokeratin
network in human keratinocytes. J. Proteome Res. 2010, 9, 1549–1564. [CrossRef] [PubMed]

45. Anastasina, M.; Le May, N.; Bugai, A.; Fu, Y.; Soderholm, S.; Gaelings, L.; Ohman, T.; Tynell, J.; Kyttanen, S.;
Barboric, M.; et al. Influenza virus NS1 protein binds cellular DNA to block transcription of antiviral genes.
Biochim. Biophys. Acta 2016, 1859, 1440–1448. [CrossRef] [PubMed]

46. Denisova, O.V.; Kakkola, L.; Feng, L.; Stenman, J.; Nagaraj, A.; Lampe, J.; Yadav, B.; Aittokallio, T.;
Kaukinen, P.; Ahola, T.; et al. Obatoclax, saliphenylhalamide, and gemcitabine inhibit influenza a virus
infection. J. Biol. Chem. 2012, 287, 35324–35332. [CrossRef] [PubMed]

47. Kuivanen, S.; Bespalov, M.M.; Nandania, J.; Ianevski, A.; Velagapudi, V.; De Brabander, J.K.; Kainov, D.E.;
Vapalahti, O. Obatoclax, saliphenylhalamide and gemcitabine inhibit Zika virus infection in vitro and
differentially affect cellular signaling, transcription and metabolism. Antivir. Res. 2017, 139, 117–128.
[CrossRef] [PubMed]

48. Werner, J.L.; Steele, C. Innate receptors and cellular defense against pulmonary infections. J. Immunol. 2014,
193, 3842–3850. [CrossRef] [PubMed]

49. Mansour, D.E.; El-Shazly, A.A.; Elawamry, A.I.; Ismail, A.T. Comparison of ocular findings in patients with
H1N1 influenza infection versus patients receiving influenza vaccine during a pandemic. Ophthalmic Res.
2012, 48, 134–138. [CrossRef] [PubMed]

50. Michaelis, M.; Geiler, J.; Klassert, D.; Doerr, H.W.; Cinatl, J. Infection of human retinal pigment epithelial
cells with influenza A viruses. Invest. Ophthalmol. Vis. Sci. 2009, 50, 5419–5425. [CrossRef] [PubMed]

51. Fu, Y.; Gaelings, L.; Soderholm, S.; Belanov, S.; Nandania, J.; Nyman, T.A.; Matikainen, S.; Anders, S.;
Velagapudi, V.; Kainov, D.E. JNJ872 inhibits influenza A virus replication without altering cellular antiviral
responses. Antivir. Res. 2016, 133, 23–31. [CrossRef] [PubMed]

52. Ong, J.D.; Mansell, A.; Tate, M.D. Hero turned villain: NLRP3 inflammasome-induced inflammation during
influenza A virus infection. J. Leukoc. Biol. 2017, 101, 863–874. [CrossRef] [PubMed]

53. Herold, S.; Ludwig, S.; Pleschka, S.; Wolff, T. Apoptosis signaling in influenza virus propagation, innate host
defense, and lung injury. J. Leukoc. Biol. 2012, 92, 75–82. [CrossRef] [PubMed]

54. Subramanian, T.; Vijayalingam, S.; Kuppuswamy, M.; Chinnadurai, G. Interaction of cellular proteins with
BCL-xL targeted to cytoplasmic inclusion bodies in adenovirus infected cells. Virology 2015, 483, 21–31.
[CrossRef] [PubMed]

55. Nguyen, M.L.; Blaho, J.A. Cellular players in the herpes simplex virus dependent apoptosis balancing act.
Viruses 2009, 1, 965–978. [CrossRef] [PubMed]

© 2017 by the authors. Licensee MDPI, Basel, Switzerland. This article is an open access
article distributed under the terms and conditions of the Creative Commons Attribution
(CC BY) license (http://creativecommons.org/licenses/by/4.0/).

http://dx.doi.org/10.1021/pr901040u
http://www.ncbi.nlm.nih.gov/pubmed/20070120
http://dx.doi.org/10.1016/j.bbagrm.2016.09.005
http://www.ncbi.nlm.nih.gov/pubmed/27664935
http://dx.doi.org/10.1074/jbc.M112.392142
http://www.ncbi.nlm.nih.gov/pubmed/22910914
http://dx.doi.org/10.1016/j.antiviral.2016.12.022
http://www.ncbi.nlm.nih.gov/pubmed/28049006
http://dx.doi.org/10.4049/jimmunol.1400978
http://www.ncbi.nlm.nih.gov/pubmed/25281754
http://dx.doi.org/10.1159/000337138
http://www.ncbi.nlm.nih.gov/pubmed/22572924
http://dx.doi.org/10.1167/iovs.09-3752
http://www.ncbi.nlm.nih.gov/pubmed/19553611
http://dx.doi.org/10.1016/j.antiviral.2016.07.008
http://www.ncbi.nlm.nih.gov/pubmed/27451344
http://dx.doi.org/10.1189/jlb.4MR0616-288R
http://www.ncbi.nlm.nih.gov/pubmed/27707881
http://dx.doi.org/10.1189/jlb.1011530
http://www.ncbi.nlm.nih.gov/pubmed/22345705
http://dx.doi.org/10.1016/j.virol.2015.04.015
http://www.ncbi.nlm.nih.gov/pubmed/25965792
http://dx.doi.org/10.3390/v1030965
http://www.ncbi.nlm.nih.gov/pubmed/21994577
http://creativecommons.org/
http://creativecommons.org/licenses/by/4.0/.

	Introduction 
	Materials and Methods 
	Reagents 
	Viruses 
	Cells 
	Compound Toxicity and Efficacy Assays 
	Scoring Drug Response Profiles 
	Virus Titration 
	Transfections of RPE Cells with vRNA or Plasmid DNA 
	Live Microscopy of Semliki Forest Virus Infection During Bcl-2-Inhibition 
	Dynamic BH3 Peptide Profiling 
	Metabolomics 
	Immuno-Precipitation and Mass-Spectrometry 

	Results 
	Discussion 
	Conclusions 

