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Abstract: There is no specific chemotherapy approved for the treatment of pathogenic arenaviruses
that cause severe hemorrhagic fever (HF) in the population of endemic regions in America and Africa.
The present study reports the effects of the natural flavonoid quercetin (QUER) on the infection of
A549 and Vero cells with Junin virus (JUNV), agent of the Argentine HF. By infectivity assays, a
very effective dose-dependent reduction of JUNV multiplication was shown by cell pretreatment
at 2-6 h prior to the infection at non-cytotoxic concentrations, with 50% effective concentration
values in the range of 6.1-7.5 ug/mL. QUER was also active by post-infection treatment but with
minor efficacy. Mechanistic studies indicated that QUER mainly affected the early steps of virus
adsorption and internalization in the multiplication cycle of JUNV. Treatment with QUER blocked
the phosphorylation of Akt without changes in the total protein expression, detected by Western blot,
and the consequent perturbation of the PI3K/ Akt pathway was also associated with the fluorescence
redistribution from membrane to cytoplasm of TfR1, the cell receptor recognized by JUNV. Then, it
appears that the cellular antiviral state, induced by QUER treatment, leads to the prevention of JUNV
entry into the cell.

Keywords: arenavirus; Junin virus; Argentine hemorrhagic fever; quercetin; natural flavonoid;
pretreatment; antiviral cell state; virus entry; PI3K/ Akt pathway; transferrin receptor

1. Introduction

The Arenaviridae family includes the genus Mammarenavirus. These arenaviruses infect
mammals and represent a serious and growing challenge for human public health. In
particular, Lassa virus (LASV) and Junin virus (JUNV) cause periodic annual outbreaks
of severe human hemorrhagic fever (HF) in endemic areas of West Africa and Argentina,
respectively [1,2]. However, there is still no safe and effective chemotherapy against these
infections. The treatment is limited to the use of ribavirin, effective against Lassa HF,
by intravenous administration [3], carrying important associated adverse effects and lim-
itations, or to the administration of convalescent plasma with defined doses of JUNV
neutralizing antibodies, recommended for patients with Argentine HF [4]. On this ba-
sis, there is an essential need for the development of other therapeutic options against
arenaviruses, employing viral target-based approaches aimed to block a virus-encoded
function or host-targeted approaches that inhibit any cellular function required for viral
multiplication [1].

Natural compounds have gained popularity in recent decades due to their diverse
biological functions and their direct application as treatments [5]. Polyphenols are naturally
occurring chemical compounds present in plants, divided into two main groups: flavonoids
and non-flavonoids. Quercetin (QUER), the major representative of the flavonoid subclass
of flavonols [5], is a secondary metabolite that possesses multiple pharmacological prop-
erties such as antioxidant, anticancer, antiaging, anti-inflammatory and antiviral [5-14].
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QUER is capable of inhibiting cell proliferation, inducing apoptosis and auto-phagy, inhibit-
ing metabolic process like adipogenesis and lipogenesis [15-17], and regulating different
signaling pathways such as Wnt/3-catenin, MAPK/ERK, MAPK/JNK, PI3K/AKT/mTOR,
MAPK/p38, p-53 and NF-kB [18].

Recently, many mechanisms of the antiviral action of QUER were described against
several RNA and DNA viruses, including severe acute respiratory syndrome coronavirus
2 [5,8,13,19,20], and other ones were proposed through the integration of in silico ap-
proaches [13,21]. Therefore, in this study, we evaluated the antiviral activity of QUER
on JUNV multiplication in different cell culture systems at different stages of the viral
replication cycle, as well as the direct virucidal activity.

2. Materials and Methods
2.1. Reagents

Quercetin (QUER) [2-(3,4-Dihydroxyphenyl)-3,5,7-trihydroxy-4H-1-benzopyran-4-one,
3,3’ 4,5,6-Pentahydroxyflavone] was purchased from Sigma-Aldrich (St. Louis, MO, USA).
Compound stock solution was prepared in dimethyl sulfoxide (DMSO) ReagentPlus®,
>99.5% (Sigma-Aldrich, St. Louis, MO, USA) at 100 mg/mL.

2.2. Cell Culture

Human lung carcinoma A549 cells (ATCC CCL-185) and African green monkey Vero
cells (ATCC CCL-81) were cultured in minimum essential medium Eagle (MEM, Gibco™
Thermo Fisher Scientific, Waltham, MA, USA) supplemented with 5% heat-inactivated
newborn bovine serum (NBS, Gibco™ Thermo Fisher Scientific, Carlsbad, CA, USA), and
1.5 g/L of sodium bicarbonate in a 5% CO, atmosphere. For the maintenance medium
(MM), the serum concentration was reduced to 1.5%.

2.3. Viruses

The experiments were performed using the naturally attenuated IV4454 strain of JUNV
obtained from a mild human case of Argentine HF [22], Tacaribe virus TRLV 11573 strain
(TCRV) and lymphocytic choriomeningitis virus WE strain (LCMYV). Virus stocks were
propagated in Vero cells and titrated by plaque forming unit (PFU) quantification in the
same cell line.

2.4. Viral Titrations

Viral titers were determined by standard plaque assay. Supernatants were collected
and serial dilutions were prepared to infect Vero cell monolayers for 1 h at 37 °C. After viral
adsorption, the excess virus was removed; MM supplemented with 0.7% methylcellulose
was added and cells were incubated for 1 week at 37 °C in a 5% CO, incubator. Finally,
cell monolayers were fixed with 10% formaldehyde, washed, stained with a 1% solution of
crystal violet and PFU were counted.

2.5. Cytotoxicity and Anti-Proliferative Assay

Cell viability was measured in resting and actively growing cells. For resting cells,
confluent cell monolayers in 96-well plates (5 x 10* cells per well) were exposed for 48 h to
serial two-fold compound dilutions, three wells for each concentration, and then viability
was tested. To monitor the proliferation of actively growing cells, 1 x 10* cells were seeded
in 96-well plates and allowed to adhere during a 2.5 h incubation period at 37 °C. Thereafter,
compound was added, followed by a 48 h incubation. Cell viability determinations were
performed by the 3-(4,5-dimethylthiazol-2-yl)-2,5-diphenyl tetrazolium bromide (MTT)
(Sigma-Aldrich, St. Louis, MO, USA) method, for which 10 pL of MM containing MTT
reagent (final concentration 0.5 mg/mL) was added to each well. After 2 h of incubation at
37 °C, the supernatants were removed, ethanol was added to each well and absorbance was
measured at 595 nm [23]. The cytotoxic concentration 50% (CCsg) was calculated by linear
regression using GraphPad Prism (v8.0.1) software, as the compound concentration was
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required to reduce the MTT signal by 50% compared to cell controls treated with vehicle
DMSO. The anti-proliferative effect of QUER was also determined by the colony forming
cell (CFC) assay. For this, cells were treated as detailed above and fixed after 48 h with
10% formaldehyde, stained with a 0.05% crystal violet in ethanol solution and washed
thoroughly. Then, cell colonies were visualized and images were captured using an optical
microscope (Nikon Eclipse TS100) at a magnification of 40 x. Finally, stained colonies were
quantified by solubilizing crystal violet in 50% ethanol, 0.1% acetic acid, and measuring the
solution absorbance at 595 nm.

2.6. Antiviral Activity

The antiviral activity was determined under different conditions. Pretreatment: cells
were incubated with different two-fold dilutions of QUER in MM for 2, 6 or 24 h. Then,
cells were washed three times with phosphate-buffered saline (PBS) (Gibco™ PBS, pH 7.4
cat# 10010023), infected at 37 °C with each virus at a multiplicity of infection (m.o.i.) of
0.1, washed three times with PBS and refed with compound-free MM. Compound after
adsorption: cells were infected in the absence of compound, and after 1 h adsorption at 37 °C
the unadsorbed virus was removed by washing with PBS, and refed with MM containing
different two-fold dilutions of QUER. For both treatments, extracellular virus yields were
determined after 48 h of infection by plaque formation. The effective concentration 50%
(ECsp) was calculated as the concentration required to reduce virus yield by 50% in the
compound treated cultures, compared with untreated ones by linear regression using
GraphPad Prism (v8.0.1) software.

2.7. Virucidal Assay

The virucidal effect of QUER was determined mixing up aliquots of a viral suspension
containing approximately 1 x 10° PFU with the same volume of the appropriate QUER
working solution, followed by the incubation at the indicated temperature. In parallel, as a
control, an equivalent aliquot of the virus suspension was incubated with MM plus DMSO
(dilutions of solvent corresponding to the working solutions of QUER) under the same
conditions. Then, samples were cooled down, diluted with MM and used to determine the
remaining infectivity by plaque assay method. The concentration required to inactivate
virions by 50% (ICsg) was then calculated from the dose-response inactivation curve.

2.8. Time of Drug Addition Assay

Cells grown in 24-well microplates were infected with JUNV (m.o.i. 2) for 1 hat4 °Cin
MM containing 50 pg/mL of QUER (time 0) or MM without compound. After removing the
inocula, cells were washed with PBS; MM with 50 pg/mL of QUER was added immediately
(time 0 and 1 h p.i.) or at different times p.i. (2 to 12 h p.i.) and incubation was followed
at 37 °C. An infected culture without drug treatment was performed simultaneously as
a control. In all cases, extracellular virus yields were determined by plaque formation at
24hpi.

2.9. Viral Entry

Cells were infected with JUNV and treated with 50 pg/mL of QUER under different
conditions. Compound during adsorption: cells were infected with MM containing, or
not, 50 nug/mL of QUER; after 1 h adsorption at 4 °C, inocula were discarded, cells were
washed three times with PBS and refed with compound-free MM. Compound during
internalization: cells were infected with MM; after 1 h adsorption at 4 °C, inocula were
discarded, cells were washed three times with PBS to remove the unadsorbed virus and
refed with MM containing, or not, 50 pg/mL of QUER at 37 °C. After 2 h, cells were washed
three times with PBS and refed with compound-free MM. In all cases, extracellular virus
yields were determined by plaque formation at 48 h p.i.
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2.10. Western Blot (WB)

Cells grown in 24-well microplates were treated, or not, with QUER 50 pg/mL for
2 h. Then, cells were washed with PBS and lysed with 50 uL of equal parts of MilliQ water
added with 10% [3-mercaptoethanol and 2x Laemmli sample buffer (Bio-Rad, Hercules,
CA, USA). Proteins from whole-cell lysates were separated by 10% SDS-PAGE (Bio-Rad,
Hercules, CA USA), and electrophoresis was performed at 150 V in running buffer (Bio-
Rad, Hercules, CA, USA). Protein transfer was performed on a PVDF transfer membrane
(Thermo Fisher Scientific, Waltham, MA, USA), using a liquid electrotransfer system (Mini
Trans-Blot® Bio-Rad, Hercules, CA, USA) for 2 h at 0.7 mA /cm? of membrane, previously
activated with methanol and equilibrated with transfer buffer (running buffer without
SDS, 20% methanol). After transfer, the membranes were blocked and revealed by using
anti-phospho-Akt (Ser473) (1:500) (CST 9271, New England Biolabs, Ipswich, MA USA) and
anti-transferrin receptor 1 (TfR1) antibodies (1:250) (anti-human CD71, BD PharmigenTM,
BDIS, San Jose, CA, USA) as previously described [24]. Membranes were stripped and
re-probed with anti-Akt (CST 9272, New England Biolabs, Ipswich, MA USA) and anti-
[3-Actin antibodies (1:2000) (A5441 Sigma-Aldrich, St. Louis, MO, USA) to ensure equal
protein loading. Chemiluminescence detection was performed using Biolumina (Kalium
Techmologies, Buenos Aires, Argentina) and protein bands were quantified by FIJI software
(National Institutes of Health, Bethesda, MD, USA).

2.11. Indirect Immunofluorescence

Cells grown over glass coverslips were treated with MM containing, or not, 50 pug/mL
of QUER. After 2 h, cells were washed with PBS and processed to immunofluorescence assay.
Cells were fixed by incubation in 4% paraformaldehyde for 15 min at room temperature,
washed three times with PBS and finally permeabilized by incubation with 0.1% Triton
X-100 in PBS for 15 min at room temperature. Then, cells were rinsed three times with
PBS before incubation with anti-TfR1(1:250) (anti-human CD71, BD PharmigenTM, BDIS,
San Jose, CA USA) for 1 h at 37 °C and then incubated at 37 °C with anti-mouse Alexa
488 (1:300) (A-11001, ThermoFisher Scientific, Waltham, MA, USA) conjugated antibodies.
Cell nuclei were stained using 4’,6-diamidino-2-phenylindole (DAPI) (1:1000) (Sigma-
Aldrich, St. Louis, MO, USA). Coverslips were mounted in a glycerol solution containing
1,4-diazabicyclo [2,2,2]octane (DABCO). Then, cells were visualized and images were
captured using the confocal laser scanning microscope ZEISS LSM 980 at a magnification
of 63x. The fluorescence intensity of TfR1 present in plasma membrane and cytoplasm
was quantified. For that, the immunofluorescence assay was carried out as aforementioned,
and stained with Wheat Germ Agglutinin (WGA) conjugated with tetramethyl rhodamine
isothiocyanate (TRITC) (1:200) (Sigma-Aldrich Co., St. Louis, MO, USA). Cells were then
visualized using the epifluorescence microscope Olympus IX71, magnification 60x. The
analysis of the data was performed with the free software Image J, counting 30 cells per
sample. For the quantification of TfR1 present in the plasma membrane, an unsharp mask
was generated over the WGA-labelled cells image (red) using the MaxEntropy algorithm.
Shaded regions were selected and then dragged into the original image labelled with
anti-TfR1 (green). Finally, the integrated density (IntenDen), the mean and cell areas were
measured. TfR1 present in cell cytoplasm was measured by shading cell images manually
in order to select the cell cytoplasm areas. Shaded regions were selected and dragged into
the original images labelled with anti-TfR1 (green); thereafter, the IntenDen, the mean and
cell areas were measured. Additionally, the background mean and the mean of cell areas
were measured in order to quantify the fluorescence intensity, correcting these parameters.
Values were presented as the corrected total cell fluorescence (CTCF) = IntenDen — (Area
of selected cell x Mean fluorescence of background readings).

2.12. Statistical Analysis

Statistical analysis was performed using GraphPad Prism (v8.0.1) software. Com-
parison of means was tested by one-way or two-way analysis of variance (ANOVA) with
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Dunnett’s post hoc test or utilizing the t-student test. Statistical significance was defined as
p < 0.05 (95% confidence interval). * p < 0.05; ** p < 0.001; *** p < 0.0001; **** p < 0.00001.

3. Results
3.1. Effect of QUER on Cell Viability and Proliferation

The effects of QUER treatment on host cells were analyzed by monitoring the viability
of confluent cell monolayers and the proliferation of actively growing cells in the presence
of different concentrations of the compound. When QUER cytotoxicity was determined
by the MTT method in uninfected confluent cultures of A549 and Vero cells after 48 h of
treatment, no significant reduction of cell viability was detected up to 50 nug/mL of QUER
(Figure 1A). The CCs values were 224.8 = 1.2 pg/mL and 229.5 £ 1.0 ug/mL for A549 and
Vero cells, respectively. However, when QUER was added 2.5 h after seeding the cells, the
increase of cell number after 48 h of exposure to the compound was significantly altered at
lower concentrations in both cell lines, compared to the untreated cell control (Figure 1B),
an effect that was also seen in the size of cell colonies in a concentration-dependent manner,
determined by crystal violet staining (Figure 1C) and quantified by absorbance (Figure 1D).

S
2
3
©
] D
100 - AB49
v L) 1 T T T T L T -
0 50 100 150 200 250 300 350 400 = 5] K. = e
B £7]°
QUER [ug/mL] >
T PO N o O P
Q2
]
Z
g
> 0
) o T T T T
3 25 50 75 100
s QUER [ug/mL]
T T T T
0 25 50 75 100
QUER [pg/mL]
c [Quercetin]
12.2 pg/mL 25 pg/mL 50 pg/mL 100 pg/mL
W 3% Jo i b § .
Q! 7‘, X Y
0| Fe o A .
< - Pa A - oA
¢ : L - -
. S rof = —
A f (Ve LE100 pm 100 pm
3 ; 5
o G, 108
- £ 4
g B /4 ‘! oo
_'__' RN 321 i gy W
C Ca0pm fe U . A00mm - < 7 400mm 100gm - I A6opm

Figure 1. Cytotoxicity and anti-proliferative effect of QUER. To measure the effects on (A) confluent
or (B) actively growing A549 or Vero cells, two-fold dilutions of QUER were added 24 or 2.5 h after
cell seeding in 96-well plates, respectively. After 48 h of incubation, the ratio of viable cells in drug-
treated and mock-treated cultures was determined by MTT assay and expressed as % cell viability.
(C) Colony forming cell assay (CFC): Actively growing A549 (upper panel) and Vero (lower panel)
cells were treated with QUER as in (B), after 48 h at 37 °C cells were fixed and stained with 1% crystal
violet solution. Images were obtained using optical microscope Nikon Eclipse TS100. Magnification
40x. (D) Stained cell colonies were quantified by absorbance of solubilized crystal violet. Viability
values (% respect to non-treated cell control) are presented as the mean + SD obtained from three
independent experiments. * p < 0.05; ** p < 0.001; *** p < 0.0001; **** p < 0.00001.
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3.2. Effect of QUER on JUNV Multiplication

In order to study the impact of the compound on the JUNV replication cycle, ex-
tracellular production of viral particles was assessed 48 h after treatment with different
non-cytotoxic concentrations of QUER. A dose-dependent inhibition of viral yields was
observed when the compound was added after viral adsorption, reaching up to 60% inhibi-
tion with the maximum concentration evaluated (Figure 2A). The ECsgs for this treatment
were 32.48 £ 1.1 ug/mL for A549 and 46.76 £ 4.3 pg/mL for Vero cells. On the other hand,
the 2 h treatment of cell monolayers prior to JUNV infection produced inhibition levels
higher than 85% using the same range of concentrations. In this case, the ECsps resulted in
6.1 £ 0.7 ug/mL for A549 and 7.5 £ 2.5 pg/mL for Vero cells (Figure 2B).

Based on these results, the impact of QUER over viral yields prior to viral infection
was further studied. To this end, the cell monolayers were pretreated with the same range
of concentrations as in the previous assays during 6 and 24 h, then cells were infected and
incubated at 37 °C for 48 h in the absence of QUER. As shown in Figure 2C,D, high levels
of viral inhibition were obtained by pretreating cells with QUER for 6 h, but significantly
decreased in cultures treated for 24 h prior to the viral infection in both cell lines.

The possibility of a virucidal activity of QUER was also analyzed as an initial point
to understand the inhibitory effect of this compound against JUNV. When QUER was
applied directly to JUNV particles, the infectivity was reduced, suggesting that this
compound affects the virion integrity. This virucidal effect was evident at 37 °C
(ICs0 = 81.7 £ 4.3 pg/mL) but was not detected when incubation was carried out at a
lower temperature (IC5¢ > 200 pg/ mL) (Figure 3).
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Figure 2. Antiviral activity of QUER against JUNV. The antiviral activity of the compound was
determined after 48 h of infection (m.o.i. 0.1) by plaque formation. (A) Cells were infected in the
absence of compound and, after 1 h adsorption at 37 °C, refed with MM containing different dilutions
of QUER. (B) After incubation with different dilutions of QUER in MM for 2 h at 37 °C, cells were
infected with JUNV and refed with compound-free MM. (C) A549 or (D) Vero cells were treated as in
(B) for 6 or 24 h before viral infection. Inhibition values (% respect to non-treated viral control) are
presented as the mean + SD obtained from three independent experiments. * p < 0.05; ** p < 0.001;
*** p < 0.0001.

3.3. Mechanism of Antiviral Action of QUER on JUNV

In order to elucidate the mechanism of antiviral action of QUER against JUNV, a
time of drug addition assay was performed. For this, the infection of cell cultures was
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synchronized by carrying out the viral adsorption at 4 °C and the compound was added
at differ-rent times p.i. As shown in Figure 4A, QUER was much more effective to reduce
JUNV multiplication when present during early times of infection, losing partially its effect
when added after 3 h p.i., mostly in infected A549 cell cultures (Figure 4A). From these
results, the inhibition of viral entry was studied in detail, discriminating the processes
of viral attachment and viral entry into cells. Although both stages were affected by the
presence of QUER, the effect was significantly lower than that obtained when cells were
treated for 2 h prior to the infection with JUNV (Figure 4B; Figure 2B-D). Then, it appears
that the cellular antiviral state induced by QUER leads to the prevention of viral entry.
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Figure 3. Virucidal effect of QUER. The inactivating effect of the compound was determined by
plaque formation assay in Vero cells, after 1.5 h exposure (37 or 4 °C) to MM containing different
dilutions of QUER. The remaining infectivity was determined by PFU. Inhibition values (% respect
to non-treated viral control) are presented as the mean £ SD obtained from three independent
experiments. * p < 0.05; ** p < 0.001; *** p < 0.0001.
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Figure 4. Effect of time of treatment with QUER on antiviral activity. (A) A549 or (B) Vero cells were
infected with JUNV (m.o.i 2) in the presence (0 h p.i.) or absence of compound (1 to 12 h p.i.). After
1hat4°C, cell cultures were refed with MM and incubated at 37 °C. At different times p.i. cells were
treated with 50 ug/mL of QUER. Extracellular virus yields were determined by plaque formation
at24 h p.i. (C) A549 or (D) Vero cells were infected with JUNV (m.o.i 2) under different treatment
conditions. Adsorption: cells were infected in MM containing or not 50 pg/mL of QUER, after 1 h at
4 °C, cells were refed with compound-free MM. Internalization: virus was adsorbed to cells for 1 h at
4 °C in MM, then MM with or without 50 pg/mL of QUER was added, after 2 h incubation at 37 °C
supernatant was removed and cells were covered with compound-free MM. For both treatments,
extracellular virus yields were determined after 48 h p.i. by PFU. Virus titers are presented as the
mean + SD obtained from three independent experiments. ** p < 0.001; *** p < 0.0001.
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In order to better understand how QUER would be affecting the multiplication of
JUNYV, the effect of the compound on the infection with other arenaviruses was compared.
Assays were performed with TCRYV, the prototype species of New World (NW) arenaviruses,
which is closely related to JUNV, and LCMYV, the prototype species of Old World (OW)
arenaviruses, non-related to JUNV.

As shown in Figure 5, QUER was able to inhibit the replication of TCRV in Vero
cells when the cell cultures were only pre-treated for 2 h with QUER, but with a very low
efficiency in comparison to JUNV, since under these conditions, the viral yield reduction
was lower than 20% at all tested concentrations. In addition, when the same treatment was
applied to culture infected with LCMV, QUER was completely inactive. Furthermore, a
virucidal assay by direct contact of QUER with TCRV and LCMYV particles did not reduce
the remaining infectivity in either of the two cases, suggesting that this compound would
not affect the integrity of the virions of these two arenaviruses.

-o- TCRV - LCMV
1004
X 754
c
(<]
E 50- ...........................................................
2
£ .
= 25+
i
0 25 50
QUER [pg/mL]

Figure 5. Antiviral activity of QUER against TCRV (®) and LCMV (=). Vero cells were incubated
with different dilutions of QUER in MM for 2 h at 37 °C, then washed, infected, unadsorbed virus
removed and refed with compound-free MM. Viral yields were determined at 48 h p.i. and inhibition
values (% respect to non-treated viral control) are presented as the mean =+ SD obtained from three
independent experiments. * p < 0.05.

Results presented in Figures 2, 4 and 5 allow us to conclude that QUER exerts a
differential effect against the in vitro multiplication of the mammarenavirus JUNV in
comparison to other members of the same genus, such as TCRV and LCMYV, suggesting
that QUER may affect a cellular component involved in the initial stage of JUNV entry into
the host cell.

The entry process is initiated when the envelope protein GP1 binds to the correspond-
ing cellular receptor, and the OW and NW mammarenaviruses use different pathways.
OW viruses, such as LASV and LCMYV, as well as NW Clade C viruses, interact with
the a-dystroglycan, an extracellular matrix protein commonly found in the basolateral
membrane [25,26]. On the other hand, pathogenic NW clade B arenaviruses like JUNV
interact with the human transferrin receptor 1 (TfR1) to enter into the cell [27]. In contrast,
non-pathogenic viruses in this clade, such as TCRV, Amapari (AMAV) and Cupixi (CUPV)
viruses, do not bind to human TfR1 [28]. Therefore, we decided to analyze the possible
involvement of TfR1 on the inhibitory activity of QUER against JUNV infection.

In addition, it was shown that QUER is a phosphatidylinositol 3-kinase (PI3K) in-
hibitor [29,30]. The PI3K/Akt pathway is responsible for iron homoeostasis because it
is directly involved in the transferrin (Tf) and TfRs recycling pathway. We previously
demonstrated that JUNV infection is able to activate PI3K/Akt/protein kinase B (PKB)
signaling pathway at an early stage of infection, and this activation, mediated by virus
internalization, would be necessary for an efficient viral multiplication, particularly virus
adsorption to cells mediated by TfR1 [24].

With all of this in mind, the effect of QUER on Akt and TfR1 was next analyzed.
A549 cells were treated for 2 h with 50 pg/mL of QUER and processed for WB to determine
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the degree of phosphorylated Akt or TfR1 expression level. As can be seen in Figure 6A,
QUER treatment inhibited Akt phosphorylation without affecting Akt or TfR1 expression
level, suggesting that this inhibition would be mediated by the inhibition of PI3K. Although
expression of TfR1 is low in most normal cells, it is overexpressed (~100-fold) in many
tumor cells, such as the A549 cell line, due to the increased iron demand [31]. For this
reason, and taking into account the close relationship between the PI3K/Akt pathway and
TfR1 recycling, we decided to analyze, by confocal microscopy, the possible involvement
of TfR1 in the inhibitory activity of QUER against JUNV infection. The inhibition of Akt
phosphorylation was reflected in a change in the cellular distribution of TfR1 fluorescence,
which varied from a discrete punctate pattern, mostly located in the cell membrane to a
dotted cytoplasmic one (Figure 6B).
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Figure 6. Effect of QUER on Akt and TfR1. (A) A549 cells were treated (QUER) or not (CC: cell
control) with QUER 50 pg/mL during 2 h. Then, cells were lysated and proteins were separated,
transferred onto a PVDF membrane, blocked and revealed by using anti-phospho-Akt, anti-Akt,
anti-TfR1 and anti-B-actin antibodies. Chemiluminescence detection was performed and protein
bands were quantified. (B) A549 cells were treated with (QUER) or without (CC) QUER 50 ug/mL
during 2 h and then were processed to immunofluoescence assay. Cells were fixed, permeabilized,
incubated with anti-TfR1 and then incubated with anti-mouse Alexa 488 conjugated antibodies. Cell
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nuclei were stained using DAPI. Coverslips were mounted, cells were visualized and images were
captured by confocal microscopy (63x). (C,E) A549 cells were treated with (QUER) or without
(CC) QUER 50 pg/mL during 2 h and then were processed to immunofluorescence assay without
permeabilization (C) or permeabilized with Triton X-100 (E). Cells were stained for TfR1 as in B, and
cell membrane was labelled using WGA-TRITC. Cells were then visualized using the epifluorescence
microscope Olympus IX71, magnification 60x. (D,F) The analysis of the data was performed using
the free software Image], and statistical analysis was performed counting 30 cells per treatment using
the t-student test. *** p < 0.0001.

To study the impact of QUER on TfR1 distribution, treatments were performed on
uninfected A549 cells with 50 ug/mL of QUER for 2 h. Afterwards, cells were fixed under
different conditions: treated with PFA in order to preserve cellular plasmatic membranes
(PM) (Figure 6C) or permeabilized to explore all cellular membranes (PM/endoplasmic
reticulum and Golgi membranes) (Figure 6E). Afterwards, samples were first stained for
TfR1 and then labelled with WGA, a lectin that binds non-enzymatically to N-acetyl-
D-glucosamine and sialic acid residues of glycoproteins and glycolipids present in the
cellular membranes and observed in detail by microscopy. Images were analyzed and
fluorescence intensity quantified, revealing that QUER-treated samples exhibited a decrease
in fluorescence intensity in PM, and an increase in fluorescence intensity in cytoplasm
(Figure 6D,F). Altogether, these results suggest that the presence of the viral receptor may
be affected and involved in the mechanism of antiviral action of QUER against JUNV in
A549 cells.

4. Discussion

Here, the studies presented demonstrate that the natural flavonoid QUER is an
effective inhibitor of in vitro JUNV infection, affecting the viral replication cycle in a
dose-dependent manner. The main inhibitory action of QUER was detected by treat-
ment of A549 and Vero cell cultures prior to viral infection. From data presented in
Figures 1A and 2B, the selectivity index (SI: ratio CCs /ECsg) calculated for QUER against
JUNYV infection of Vero and A549 cells is in the order 30.6-36.8. Then, it can be concluded
that the selective antiviral action of QUER is due to an effect of the drug on JUNV mul-
tiplication and not to a toxic effect on cells. The cytostatic effects on the growth of Vero
and A549 cells exhibited by QUER (Figure 1B) did not dismiss this conclusion since the
in vitro antiviral activity was studied in non-proliferative cells at QUER concentrations
lacking cytotoxicity. The induction of an antiviral state into the host cell was more evident
when pretreatment was carried out for short periods of time before virus infection, such
as 2 and 6 h, but it decreased significantly when preincubation with QUER was extended
to 24 h. Accordingly, it was described that intracellular levels of QUER or its metabolites
peak at 5 h after cell exposition to the drug and slowly decline over time [32,33], exerting a
reversible inhibitory effect on cell culture.

QUER also showed antiviral action against JUNV when it was added after virus
infection, but with minor effectiveness. In fact, about 7-20-fold increases in ECs; values,
depending on the host cell, were observed by post-treatment in comparison to treatment
before infection. Additionally, QUER was able to inactivate JUNV infectivity but this
virucidal activity was very weak and only detected at high concentrations (Figure 3). At
a concentration of 50 ng/mlL, only a 25% reduction in remaining virus infectivity was
detected by direct incubation of JUNV particles with QUER, whereas the inhibition in virus
production by 2-6 h of cell pretreatment was about 75-85%, indicating that the blockade in
JUNYV infection can be mainly ascribed to an interference with any other process during
viral multiplication. Furthermore, virus inactivation was not effective when JUNV was
incubated with QUER at 4° C, in accordance with the powerless virucidal activity detected
at 37 °C. Only very potent viral inactivating agents that produce an important disassembly
of the viral particle maintain their inhibitory activity at 4 °C, whereas weak virucidal
compounds are only active at higher temperatures [34-36].
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Consistent with findings for other viruses [5,37-42], the analysis of the possible target
affected in the cycle of JUNV multiplication through a time of addition assay showed that
the greatest reduction in virus yields were obtained when QUER was present during the
early stages of virus replication. However, the addition of the compound at delayed time
points resulted in a minor but significant inhibition, indicating a possible secondary effect
on a late stage of the virus cycle.

The study of virus entry allowed us to conclude that QUER affected both processes of
JUNV adsorption and internalization (Figure 4C,D). A significant reduction of infectivity
was observed when the compound at a concentration of 50 pg/mL was present only
either during adsorption (65% inhibition) or during internalization (50% inhibition). As
above mentioned, the inhibitory effect of QUER on JUNV infection by cell treatment before
infection is higher (85% inhibition), suggesting that the compound induces any alteration
into the cell state that mainly affects virus entry. However, we cannot discard any minor
effect on a later step of the virus cycle, as it is also detected in time of addition experiments
(Figure 4A,B).

Since JUNV entry is dependent on the initial virion attachment to the cell receptor TfR1,
we explored the possibility that a minor presence of this molecule on the cell membrane
could be involved on the disturbance of JUNV infection induced by QUER. Flavonoids
and their metabolites are reported to act on several signaling cascades, such as protein
and lipid kinase pathways, and their inhibitory or stimulatory actions on these events
strongly affect cell function by altering the phosphorylation state of target molecules
and modulating gene expression. Particularly, PI3K/Akt is one of the major signaling
pathways involved in cell survival, proliferation, migration and apoptosis and are shown
to be widely involved in events related to multiplication of several viruses, including
JUNV [24,43,44]. The PI3K/ Akt pathway is responsible for iron homoeostasis because it
is directly involved in the Tf and the TfRs recycling pathway. In all types of mammalian
cells, iron is an essential trace element for cell growth and division, synthesis of DNA and
diverse metabolic processes, in addition to being involved in the progression of oxidative
stress [45]. Tf is an iron-binding protein that facilitates iron-uptake in cells, binds TfR at the
membrane and enters the cell via clathrin-mediated endocytosis [46]. Tf remains associated
with its receptor after endocytosis and dissociates only after recycling of the complex to
the plasma membrane [46,47]. PI3K is required for membrane traffic, and its inhibitors like
wortmannin, LY294002 and QUER reduced the rate of Tf-TfR recycling [47,48]. On this basis,
and supported by our previous results showing that JUNV modulates the PI3K/Akt/PKB
pathway to achieve an efficient replication process [24], the effects on Akt and TfR1 after
short treatment of A549 cells with QUER were evaluated. A strong inhibition of Akt
phosphorylation without affecting total protein expression was demonstrated, consistent
with the widely reported fact that Akt is an important downstream effector of PI3K. This
inhibition of Akt phosphorylation was reflected in a change in the fluorescence distribution
of TfR1 in the treated cells, turning from a well-defined membrane pattern to a mainly
cytoplasmic dotted one but, as evidenced by WB, the protein expression levels were not
modified. The influence of QUER on the initial events of the viral multiplication cycle that
comprise the entry process as a whole were also reported for other viruses; in these cases,
the PI3K/ Akt/PKB pathway would also be involved [13,39].

By contrast, low or undetectable levels of viral inhibition were detected with QUER
cell treatment prior to infection with the arenaviruses TCRV and LCMV. The participa-
tion of PI3K in LCMYV infection was described in two studies with contradictory results.
Ref. [49] reported that treatment with the PI3K inhibitor wortmannin affected LCMV infec-
tion by blockade of virus entry into the cell. On the contrary, other research demonstrated
that inhibition of PI3K/Akt with LY294002 affected viral budding and, to a minor degree,
RNA synthesis, but virus entry was not impaired [50]. The divergent findings between
these two reports, and also with our results, may be attributed to several differences in
the experimental conditions, such as the PI3K inhibitor (abovementioned), virus strain
and time of treatment. The publications about LCMV employed the Armstrong strain [50]



Viruses 2023, 15, 1741

12 0f 15

References

and the cl-13, an Armstrong-derived isolate [49], whereas we have used the WE strain. It
is well known the great variability registered in biological and immunological behavior
among the diverse LCMYV strains usually employed in research [51]. Furthermore, in both
studies cells were always treated with the inhibitors after LCMV adsorption, in contrast
with our schedule of cell pretreatment before viral infection. Although the reasons of these
discrepancies are not easy to elucidate at the present, clearly, for several arenaviruses, there
is a different usage of cell receptor for virus entry in comparison with JUNV: OW viruses,
such as LASV and LCMYV, as well as non-pathogenic viruses of clade B such as TCRYV,
AMAV and CUPYV viruses that do not bind to human TfR1 [25,26,28,52,53]. Therefore, the
data with TCRV and LCMYV in Figure 5 support our proposal about the involvement of the
abundance of TfR1 in the cell membrane, controlled by PI3K/Akt, in the inhibitory activity
of QUER against JUNV infection.

In conclusion, QUER is an active inhibitor of JUNV by induction of a cellular antiviral
state that mainly affects viral entry, probably modulated through the effect of the failure in
AKT phosphorylation on TfR1 recycling to cell membrane. However, it must be noted that
the antiproliferative effect of QUER is also mediated by the inhibition of the PI3K-Akt/PKB
pathway [54], and both QUER and TfR1 are involved in multiple signaling pathways,
such as IKK-NF-kB, MAPK/ERK MAPK/p38 or p53 [11,55-57]. Since several of these
pathways are required for the multiplication of JUNV [58-61], it cannot be discarded that the
inhibitory action of QUER on JUNV could be the resultant of different simultaneous effects.
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