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Key points

� We report a novel method for the transient expression of SARS-CoV-2 envelope (E) protein in
intracellular organelles and the plasma membrane of mammalian cells and Xenopus oocytes.

� Intracellular expression of SARS-CoV-2 E protein increases intra-Golgi pH.
� By targeting the SARS-CoV-2 E protein to the plasma membrane, we show that it forms a cation
channel, viroporin, that is modulated by changes of pH.

� Thismethod for studying the activity of viroporinsmay facilitate screening for new antiviral drugs
to identify novel treatments for COVID-19.

Abstract The envelope (E) protein of coronaviruses such as SARS-CoV-1 is proposed to form an ion
channel or viroporin that participates in viral propagation and pathogenesis. Here we developed a
technique to study the E protein of SARS-CoV-2 in mammalian cells by directed targeting using
a carboxyl-terminal �uorescent protein tag, mKate2. The wild-type SARS-CoV-2 E protein can
be tra�cked to intracellular organelles, notably the endoplasmic reticulum–Golgi intermediate
complex, where its expression increases pH inside the organelle. We also succeeded in targeting
SARS-CoV-2 E to the plasmamembrane, which enabled biophysical analysis using whole-cell patch
clamp recording in a mammalian cell line, HEK 293 cells, and two-electrode voltage clamp electro-
physiology in Xenopus oocytes. The results suggest that the E protein forms an ion channel that
is permeable to monovalent cations such as Na+, Cs+ and K+. The E current is nearly time-
and voltage-independent when E protein is expressed in mammalian cells, and is modulated by
changes of pH. At pH 6.0 and 7.4, the E protein current is activated, whereas at pH 8.0 and 9.0,
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the amplitude of E protein current is reduced, and in oocytes the inward E current fades at pH 9 in a
time- and voltage-dependentmanner. Using this directed targetingmethod and electrophysiological
recordings, potential inhibitors of the E protein can be screened and subsequently investigated for
antiviral activity against SARS-CoV-2 in vitro and possible e�cacy in treating COVID-19.

(Received 28 October 2020; accepted after revision 2 March 2021; �rst published online 12 March 2021)
Corresponding authorsM. Yazawa and N. L. Harrison: Columbia University, 630W 168th Street, New York, NY, 10032,
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Introduction

The severe acute respiratory syndrome coronavirus 2
(SARS-CoV-2) emerged in 2019, when an outbreak of
presumed viral pneumonia was documented in Wuhan,
China (Zhou et al. 2020b). Following the onset of the
epidemic in Wuhan in December 2019, the infectious
agent responsible was isolated and identi�ed as a
betacoronavirus (Zhu et al. 2020). This novel coronavirus,
termed SARS-CoV-2, is closely related to SARS-CoV-1
and MERS-CoV (Andersen et al. 2020), and to a number
of coronaviruses circulating in bats in Yunnan (Zhu
et al. 2020), and especially to those associated with an
area where zoonotic transmission to humans is strongly
suspected, based on serological surveillance (Wang et al.
2018). Extensive spread of the virus was facilitated by
international travel (Bedford et al. 2020; Gonzalez-Reiche
et al. 2020), and early seeding (Bedford et al. 2020;
Worobey et al. 2020; Stadlbauer et al. 2021) combined
with e�cient human-to-human transfer (Shang et al.
2020), asymptomatic transmission (Arons et al. 2020;
Moghadas et al. 2020) and slow public health measures
in many countries (Pei et al. 2020) resulted in a global
pandemic that has now infected and killed millions
(World Health Organization, 2021). The infectious
disease now referred to as COVID-19 is complex and
can be severe in highly susceptible individuals with
known risk factors (e.g. advanced age, obesity, diabetes or
hypertension) leading to high mortality rates (Cummings
et al. 2020; Williamson et al. 2020; Zhou et al. 2020a).
Severe lower respiratory symptoms are common in these
patients, such as pneumonia and acute respiratory distress
syndrome (Mehta et al. 2020; Zhang et al. 2020), as well
as �ndings more typical of systemic infection and sepsis,
such as renal failure and disseminated intravascular
coagulopathy (do Espírito Santo et al. 2020; Giannis et al.
2020; Klok et al. 2020).
The pathophysiology of infection with coronaviruses

is proposed to be dependent on a group of accessory
proteins, such as 3a (Castaño-Rodriguez et al. 2018; Yue
et al. 2018; Kern et al. 2020) and the envelope (E) protein
(Nieto-Torres et al. 2014) of SARS-CoV-1. These proteins
are suspected of being ‘viroporins’ (Nieva et al. 2012; Kern
et al. 2020), i.e. viral proteins that can form ion channels,
and may play a role in the pathogenesis of SARS-CoV-2
(McClenaghan et al. 2020; Schoeman & Fielding, 2020).

The function of viroporins is not yet fully understood
and some aspects of the biophysics are still controversial
(McClenaghan et al. 2020). There is some evidence that
these viroporins participate in viral propagation and
pathogenesis (Nieva et al. 2012). Viroporins such as the
in�uenza A virus M2 protein are permeable to cations,
including H+ (Pinto et al. 1992; Schnell & Chou, 2008),
and are believed to function in the process of intracellular
acidi�cation, whereby protons (H+) are transported from
the lumen of the Golgi apparatus into the cytoplasm. This
results in an increase in pH inside these organelles that is
apparently required for the release of virions in in�uenza
(Helenius, 1992), for appropriate assembly of hepatitis C
virus (Wozniak et al. 2010), and for virus assembly and
production in coronaviruses (Nieto-Torres et al. 2015b;
Schoeman & Fielding, 2019).
The E protein of the coronavirus SARS-CoV-2 is a

small protein of 75 amino acid residues that shows 95%
sequence identity with that of SARS-CoV-1 (Bianchi et al.
2020). There is a consensus view that the E protein
of SARS-CoV-1 plays an important role not only in
viral replication but also in pathogenicity (Schoeman &
Fielding, 2019). SARS-CoV-1 E, which has been shown
to be important for optimal virus packaging and export
(Nieto-Torres et al. 2014), demonstrates several properties
that are consistent with ion channel activity (Wilson
et al. 2004; Torres et al. 2007). Computational models
and biochemical analysis of the SARS-CoV-1 E protein
have suggested that it may form as a 45 kDa pentamer
of the 9 kDa E protein (Pervushin et al. 2009), and
electrophysiological recordings in arti�cial planar bilayer
membranes have been used to investigate E protein
function (Torres et al. 2006; Nieto-Torres et al. 2015b).
Recent studies in bacteria suggested an ion channel
function for SARS-CoV-2 E (Singh Tomar & Arkin,
2020) and bilayer recordings suggest that it forms a
cation channel (Xia et al. 2020). Topological analysis
of the E protein suggests that the amino (N)-terminus
resides within intracellular organelles and the carboxyl
(C)-terminus in the cytoplasm (Duart et al., 2020), with
a single transmembrane segment, the structure of which
has been solved using NMR spectroscopy (Mandala et al.
2020). However, with regard to this point, detailed study of
the E protein in mammalian cell membranes has not been
possible.

© 2021 The Authors. The Journal of Physiology © 2021 The Physiological Society
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Here we report a novel strategy for the expression
of the SARS-CoV-2 E protein in mammalian cells that
facilitates the characterization of its ion channel activity.
Using a �uorescent carboxyl-terminal tag (mKate2), we
demonstrate that the E protein can be tra�cked to
the endoplasmic reticulum–Golgi intermediate complex
(ER–GIC), resulting in increased pHwithin the organelle.
We also succeeded for the �rst time in targeting the E
protein to the plasma membrane for biophysical analysis,
and were able to show that plasma membrane expression
of the SARS-CoV-2 E protein in HEK 293 cells and
Xenopus oocytes is associated with a current that is carried
by cations and regulated by pH.

Methods

Cell culture

Human embryonic kidney (HEK) 293S cells (ATCC,
cat. no. CRL-3022) and NIH 3T3 cells (ATCC, cat. no.
CRL-1658) were cultured in Dulbecco’s modi�ed Eagle’s
medium (DMEM)–nutrientmixture F-12 (Thermo Fisher
Scienti�c, Waltham, MA, USA, cat no. 11320033) and
DMEM (Thermo Fisher Scienti�c cat. no. 10313021),
respectively. Both media were supplemented with
GlutaMax-I and penicillin–streptomycin and 10% fetal
bovine serum (not heat-inactivated, HyClone, cat. no.
SH30071.03, Thermo Fisher Scienti�c) under normoxia
(20% O2, 5% CO2, at 37°C). HEK 293S cells were sub-
cultured once a week by gently pipetting and plated
at a density of 105 cells ml−1. The culture medium
was replaced every 3–4 days. NIH 3T3 cells were
passaged using trypsin–EDTA (0.25%, Thermo Fisher
Scienti�c, cat. no. 25200-056) every other day. For electro-
physiological recordings, cells were plated on 12mm glass
coverslips (Neuvitro, Camas, WA, USA).

Molecular biology constructs and transfection

Plasmid DNA constructs were generated using standard
methodswith restriction enzymes (NewEngland BioLabs,
Ipswich, MA, USA), DNA ligase (MightyMix, TaKaRa,
Mountain View, CA, USA) and polymerase chain
reaction (PCR) with Phusion polymerase (Thermo Fisher
Scienti�c). Construct inserts for these experiments were
synthesized (Integrated DNA Technologies, Coralville,
IA, USA) and subcloned into pcDNA3 vector (Thermo
Fisher Scienti�c). Schematic representations of the
constructs are shown in Fig. 1. The initial construct
encoding the E protein targeted to the intracellular
site (SARS2-E-mKate2 in Fig. 1) was termed ‘WT’ and
the construct encoding the E protein targeted to the
plasma membrane (SARS2-E-Ala6-�PBM-PM-mKate2
in Fig. 1) was termed ‘PM’. The PM construct without the
�uorescent carboxyl-terminal �uorescent tag (mKate2)

was termed ‘untagged-PM.’ Mock transfections were
performed by using pcDNA3 vector withmKate2-Nuclear
Localization Signal (NLS) as the insert. The day before
transfection, HEK 293S cells were plated at a cell density
of 3 × 105 cells ml−1. When HEK 293S cells reached
between 60 and 80% con�uence, cells were transfected
using Lipofectamine 2000 (Thermo Fisher Scienti�c, cat.
no. 11668027); 0.8 μg of the plasmid was mixed into
50μl of serum-free OptiMEM, and 2 μl of Lipofectamine
2000 added to another 50 μl of serum-free OptiMEM.
Plasmid and Lipofectamine were mixed and incubated
30 min at room temperature, and then added to the
plate. After 4 h, the medium was changed to fresh HEK
293S culture medium and cells were then replated at
the desired density for imaging and electrophysiological
experiments. Cells were incubated for 18–36 h in a 5%
CO2 incubator before recordings were initiated. Trans-
fection e�ciency was estimated by counting cells that
show mKate2 �uorescence and was typically moderate,
between 20 and 35% for physiological recordings, in order
to minimize lipofection toxicity.

Channel subunit cRNA preparation and Xenopus

laevis oocyte injection

Complementary RNA (cRNA) transcripts encoding WT
and PM channel constructs were generated by in vitro
transcription with the mMessage mMachine kit (Thermo
Fisher Scienti�c) from linearized cDNA containing the
channel coding regions in the pXOOM vector, in which
Xenopus laevis β-globin 5′- and 3′-untranslated regions
�ank the insert. For the experiments in oocytes we used
the untagged-PM construct, the mKate2-tagged PM
construct (PM) and the mKate2-tagged WT construct
(WT). The cRNAs (30–60 ng) were injected into
defolliculated stage V and VI Xenopus laevis oocytes
obtained from a commercial supplier (Xenoocyte, Dexter,
MI, US). The oocytes were stored for 3 days at 16°C in
ND96 oocyte storage solution containing penicillin and
streptomycin, with daily washing, prior to two-electrode
voltage-clamp recording.

Immuno�uorescence in HEK 293S cells

HEK 293S cells were transfected with mock, WT or
PM constructs and plated on 12 mm glass coverslips
(Neuvitro). Between 18 and 24 h after transfection,
HEK 293S cells were washed in phosphate-bu�ered
saline (PBS), �xed for 15 min in cold methanol and
permeabilized in 0.3% Triton X-100 in PBS for 5 min.
Non-speci�c binding was blocked with 5% bovine serum
albumin (BSA) for 60 min and the cells were then
incubated with primary antibody mouse anti-ERGIC-53
(1:100, Enzo Life Sciences, Farmingdale, NY, USA)

© 2021 The Authors. The Journal of Physiology © 2021 The Physiological Society



2854 D. Cabrera-Garcia and others J Physiol 599.11

in 1.5% BSA overnight at 4 °C. The cells were rinsed
three times with PBS for 5 min each and incubated
with Alexa Fluor 488-conjugated anti-mouse antibodies
(1:500, Thermo Fisher Scienti�c) in 1.5% BSA for 1 h
at room temperature. The cells were rinsed three times
with PBS for 5 min each, counterstained with 10 μm

4,6-diamidino-2-phenylindole (DAPI) and mounted
on coverslips with Vectashield mounting medium
(Vector Laboratories, Burlingame, CA, USA). Images
were acquired on a confocal microscope (A1, Nikon
Instruments), and then processed with ImageJ software
(NIH).

Figure 1. Targeting SARS-CoV-2 E protein to the plasma membrane of NIH 3T3 cells

A, diagram of the SARS-CoV-2 E (SARS2-E) constructs used for targeting experiments in NIH 3T3 cells. Numbers

indicate the position of the amino acid (a.a.) in the sequence. B, representative phase contrast and �uorescence

images of NIH 3T3 cells transfected with the constructs shown in A. Scale bar, 10 μm. The initial SARS2-E-mKate2

construct consisted of the cDNA encoding SARS-CoV-2 E protein, fused to a carboxyl (C)-terminal �uorescent

tag mKate2, separated by an intermediate spacer (GS) using glycine-serine repeat (GSGSGS) and was termed WT

for subsequent experiments (A, �rst construct). The construct SARS2-E-Ala6-�PBM-mKate2 (A, second construct)

was made by mutating the PDZ-binding motif (PBM) by replacement of six residues, 46–47 (A, described above

the constructs) and 56–59 (A, indicated with double asterisks and described below the constructs) with alanine

(Ala6) and deleting the C-terminal ER retention signal DLLV (�PBM, indicated with single asterisk in the constructs).

This construct resulted in expression of the E protein in organelles (B). A third construct (A) SARS2-E-PM-mKate2

was made by insertion of a consensus Golgi export signal (ES) of Kir2.1 (KSRITSEGEYIPLDQIDINV) after the

spacer, and again this construct resulted in expression of the E protein in organelles (B). The �nal construct

SARS2-E-Ala6-�PBM-PM-mKate2 (A) was made by inserting the Golgi export signal into the second construct, and

this construct directed expression of the E protein to the plasma membrane (B, white arrowheads) as well as intra-

cellular structures (B). We termed this �nal construct PM. [Colour �gure can be viewed at wileyonlinelibrary.com]

© 2021 The Authors. The Journal of Physiology © 2021 The Physiological Society
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Imaging experiments and pH measurements

For the imaging experiments in Figs 1 and 3, NIH 3T3
cells were plated at a cell density of 2.5 × 105 cells ml−1.
The following day, the cells were transfected using
Lipofectamine 3000 reagents (Thermo Fisher Scienti�c,
cat. no. L3000001); 4μg of plasmid was mixed into 125μl
of serum-free OptiMEM with 5 μl of P3000 reagent.
This was then added to another 125 μl of serum-free
OptiMEM containing 7.5 μl of Lipofectamine 3000.
Plasmid/P3000-lipofectamine complex was incubated for
15 min at room temperature, and then added to the
plate. For the pH imaging experiments in Fig. 3, the
medium was replaced 20–24 h after transfection, and
1 μm of Lysosensor Green DND-189 (Thermo Fisher
Scienti�c, cat. no. L7535) was added. The cells were
incubated for 30 min in a 37 °C, 5% CO2 incubator.
The medium was replaced one �nal time prior to
imaging. The live cell imaging was conducted on a
customized/automated �uorescence microscope (Ti-U,
Nikon) using an environmental chamber (Tokai-Hit Co.,
Shizuoka-ken, Japan) and the culturemedium tomaintain
normal cell culture conditions (37 °C, 5% CO2, 20% O2).
NIH 3T3 cells were used because of stronger adherence
to glass surfaces and a larger cytoplasmic volume, which
make these cells more suitable for longer-term intra-
cellular imaging, than HEK 293S cells. Transfection
e�ciency was estimated by counting cells that showed
mKate2 �uorescence, and was typically between 25
and 35%. Fluorescence quanti�cation and analysis was
performed with ImageJ software and Prism 7 (GraphPad
Software Inc., La Jolla, CA, USA). Representative images
were also gathered on a Leica DMi8 microscope (Leica
Microsystems, Wetzlar, Germany).

Whole-cell voltage-clamp recording

Recordings in HEK 293S cells were performed between
18 and 36 h after transfection. A coverslip containing
the transfected cells was submerged in a chamber and
continuously perfused at a �ow rate of 1–2 ml min−1

with Hepes-bu�ered experimental saline solution at
room temperature (22–25°C). HEK 293S cells were
visualized under an upright light microscope (BX51WI,
Olympus, Tokyo, Japan) coupled to a camera (C8484,
Hamamatsu Photonics, Hamamatsu, Japan). Trans-
fected cells were identi�ed by the mKate2 �uorescence
(illuminatedwith amercury lamp orwith LED at 525 nm).
Pipettes were pulled from borosilicate glass (World Pre-
cision Instruments, Sarasota, FL, USA, TW150F-4)
with a resistance of 2–4 M� when �lled with one of
the following ‘intracellular’ pipette solutions: potassium
gluconate or CsCl. Potassium gluconate-based pipette
solution contained (in mm): 130 potassium gluconate,
5 KCl, 4 NaCl, 10 Hepes, 0.2 EGTA, 4 ATP-Mg, 0.3

GTP-Mg and 10 phosphocreatine. CsCl pipette solutions
contained (in mm): 140 CsCl, 1 MgCl2, 10 Hepes, 0.5
EGTA, 2 ATP-Mg and 0.2 GTP-Na. The CsCl internal
solution is a calcium-free solution ([Ca2+]i < 10 nm). All
pipette solutions were adjusted to pH 7.25, and osmolality
to 285 mOsm kg−1. The standard extracellular solution
was (inmm): 140NaCl, 5 KCl, 1MgCl2, 2 CaCl2, 10 Hepes
and 10 glucose. For the permeability experiments, our
standard saline solution was replaced with the following
‘external’ solutions: N-methyl D-glucamine+ (NMDG)
solution contained (in mm): 140 NMDG, 1 MgCl2,
2 CaCl2, 10 Hepes and 10 glucose; and KCl external
solution contained (in mm): 145 KCl, 1 CaCl2, 10 Hepes
and 10 glucose. The pH of the external solutions was
adjusted to 7.4 and the osmolality to 305 mOsm kg−1

with sucrose. Low pH 6.0 solution was bu�ered with MES
(10 mm) and pH 8.0 solution with Hepes (10 mm).
Data were collected with a Multiclamp 700B ampli�er

(Molecular Devices, San Jose, CA, USA) and Clampex
10.6 (Molecular Devices). Data were collected at 10 kHz
and low-pass �ltered at 1 kHz. A priori exclusion
criteria were adopted and established at the beginning
of the project in order to minimize data acquisition
from multiple cell assemblies and extended syncytia,
and these criteria stipulated that recordings in which
Cm > 50 pF (Cm > 55 pF for WT), Rm < 200 M�,
or magnitude of holding current Ih > 50 pA were
not included for analysis. Series resistance (Rs) was
monitored throughout the experiments and recordings
were discarded if Rs changed>30% during an experiment
or if Rs > 20 M�. Recordings were performed using
the whole-cell voltage-clamp variation of the patch
clamp technique (Hamill et al. 1981) from individual
transfected cells emitting the red �uorescence signal
from mKate2. After attaining the stable whole-cell
con�guration, the cells were held at −40 mV and
current–voltage (I–V) relationships spanning the range
from −100 mV to +100 mV were generated by applying
rectangular voltage commands of 200 ms duration in
5 mV increments and 600 ms intervals between voltage
steps. The I–V relationships were calculated from the
steady-state values of the current response using Clamp�t
10.6 (Molecular Devices). The E currents were calculated
after subtracting currents from mock-transfected cells
using Prism 8.0 (GraphPad). Capacitance was measured
online using Clampex 10.6 (Molecular Devices) with
an update rate at 100 Hz. The reversal potential (Erev)
was measured for each ion substitution experiment
following the mock subtraction procedure. The relative
permeability ratios for cations were calculated from
observed Erev values using an equation derived from the
Goldman–Hodgkin–Katz current equation (Hille, 2001).
Membrane voltages reported are uncorrected for a liquid
junction potential of 4.6 mV (Na+ external solution),
0.7 mV (K+ external solution) and 0.6 mV (NMDG

© 2021 The Authors. The Journal of Physiology © 2021 The Physiological Society
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external solution), calculated using pClamp 10.6 software
(Molecular Devices).

Two-electrode voltage-clamp in Xenopus oocytes

We performed two-electrode voltage-clamp recording at
room temperature with an OC-725C ampli�er (Warner
Instruments, Hamden, CT, USA) and pClamp10 software.
Oocytes were placed in a small-volume oocyte bath
(Warner Instruments). Bath solution (in mm: 96 NaCl,
4 KCl, 1 MgCl2, 1 CaCl2, 10 Hepes; pH as stated) was
introduced via gravity perfusion; pipettes were of 1–3
M� resistance when �lled with 3 m KCl. Recordings
were performed with voltage pulses between −100 mV
and +70 mV at 10 mV increments for the prepulse
from a holding potential of 0 mV and then holding at
−30 mV for the tail pulse before returning to 0 mV.
Clamp�t (Molecular Devices) and Origin (OriginLab
Corp., Northampton,MA,USA)were used to analyse data
and produce �gures.

Statistics

All statistical analyses were performed using Prism 7.0
or 8.0. All summary data are presented as means ± SD.
Additional detailed statistical information is included in
the �gure legends.

Results

Expression of SARS-CoV-2 WT and PM targeting

constructs in HEK 293S cells

We initiated our study by expressing the E protein of
SARS-CoV-2 in two common mammalian cell lines,
NIH 3T3 and HEK 293S cells, knowing that other renal
epithelial cells (e.g. Vero E6) express high levels of
angiotensin-converting enzyme 2 (ACE2) (Li et al. 2003)
and hence are e�ciently infected by the SARS-CoV-2
virus (Zhou et al. 2020b), making renal epithelial cells an
important secondary target of the virus that is relevant to
the pathogenesis of COVID-19 (Regla-Nava et al. 2013).
We �rst expressed the original construct of the

SARS-CoV-2 E protein in NIH 3T3 cells and then
engineered constructs designed to target the protein to the
plasma membrane to allow us to characterize its electro-
physiological properties. Initially, the cDNA encoding
SARS-CoV-2 E protein was fused to a C-terminal
tag consisting of the modi�ed red �uorescent protein
mKate2 (Shcherbo et al. 2009) and we termed this
construct ‘WT’ (Fig. 1A and B). We then engineered this
construct to directly express SARS-CoV-2 E proteins at
the plasma membrane of mammalian cells. Deletion of
the C-terminal ER retention signal DLLV, which was �rst
identi�ed in the E protein of avian coronavirus (Lim&Liu,

2001) and in SARS-CoV-1 (Cohen et al. 2011), combined
with the insertion of a consensus Golgi export signal from
the mammalian ion channel Kir2.1 (Ho�err et al. 2005)
inserted between E and mKate2 (Fig. 1A and B), allowed
us to detect mKate2 �uorescence in the plasmamembrane
in NIH 3T3 cells (Fig. 1B). We designated this construct
‘PM’ for the subsequent electrophysiological and imaging
experiments.
The subcellular distribution of the E protein was then

characterized in HEK 293S cells with a confocal micro-
scope (Fig. 2). Mock transfections were performed using
a nuclear localization signal (NLS, PKKKRKV) fused
to mKate2. The red �uorescence was con�ned to the
nucleus, as expected (Fig. 2A). Using immuno�uorescence
with an antibody against ERGIC-53, we were able to
show that the red �uorescence signal associated with
expression of theWT construct is con�ned to intracellular
organelles situated adjacent to the nucleus, andwas largely
co-localized with the marker of the ER and the ER–GIC
(Fig. 2A and B). The PM construct allowed us to clearly
detect mKate2 �uorescence in the plasma membrane of
HEK 293S cells (Fig. 2A).

SARS-CoV-2 E protein expression decreases DND-189

�uorescence in NIH 3T3 cells

To investigate whether intracellular expression of
SARS-CoV-2 E can alter the internal pH of organelles,
NIH 3T3 cells were transfected with the WT E protein
construct and imaged using the �uorescent pH-sensitive
reporter DND-189 (Fig. 3A). Our results show that E
protein expression decreases the �uorescence of regions
of interest that correspond to intracellular organelles
in these cells (1021 ± 304 �uorescence arbitrary units
(a.u.) vs. 668 ± 308 a.u. for mock and WT, respectively)
(Fig. 3B). To examine this e�ect of E protein expression
on internal pH in greater detail, we conducted a time
course experiment over 48 h post-transfection, recording
�uorescence at 6, 12, 24 and 48 h. These results show
a decrease in �uorescence intensity from the DND-189
reporter relative to mock-transfected cells, which was
statistically signi�cant at 24 and 48 h (both 19% below
mock, Fig. 3C). Because the �uorescence of DND-189
increases at lower pH, and declines at higher pH (pKa

≈ 5.2), these results suggest that, as SARS-CoV-2 E
expression in mammalian cells progresses, there is a
time-dependent increase of internal pH of intracellular
organelles such as lysosomes and ER–GIC.

Membrane currents from cells expressing SARS-CoV-2

E WT or PM constructs

To characterize the electrophysiological activity of the E
protein, we used the whole-cell con�guration of the patch
clamp technique to measure the membrane currents of

© 2021 The Authors. The Journal of Physiology © 2021 The Physiological Society
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mock, WT and PM constructs expressed in HEK 293S
cells (Fig. 4A). The I–V relationships were obtained using
a Cs+-based internal solution, and the results revealed
no signi�cant di�erences between the currents recorded
in WT- and mock-transfected cells (Fig. 4B and C). A
mock-subtraction analysis con�rmed that there is no
current associated with expression of the WT E protein
construct (Fig. 4B and D), consistent with a lack of
expression of the WT E protein in the plasma membrane.
When the PM construct was expressed in HEK 293S
cells, however, we observed a larger increase in total
membrane conductance compared to that seen with the
WT construct (Fig. 4B and D). Membrane currents were
larger in cells transfected with PM construct than in

mock-transfected cells (Fig. 4C). The subtraction analysis
con�rmed that there is an additional current associated
with expression of the PM construct (Fig. 4D), consistent
with presence of the PM version of the E protein in
the plasma membrane. The E current was ∼±40 pA
at ±100 mV (400 pS whole cell conductance), nearly
voltage-independent, and the Erev was −8.8 mV, 95% CI
(−10.3,−7.4mV), indicating that Na+ and Cs+ are nearly
equally permeant through the pore of the channel.
We compared cell capacitance between cell populations

transfected with the various constructs to control for
di�erences in cell size (Fig. 4E). The average membrane
capacitance of HEK 293S cells for the di�erent constructs
was 23.6 ± 7.7 pF for mock, 24.9 ± 12.5 pF for WT

Figure 2. Expression of SARS-CoV-2 WT and PM targeting constructs in HEK 293S cells

A, representative confocal images of HEK 293S cells transfected using three constructs: pcDNA3

vector-mKate2-NLS (mock), SARS2-E-mKate2 (WT) and SARS2-E-Ala6-�PBM-PM-mKate2 (PM). We were able to

study the subcellular distribution of the E protein in HEK 293S cells by visualizing the red �uorescence signal of

mKate2. Immunolabelling with anti-ERGIC-53 shows that expression of the WT construct is largely con�ned to

intracellular organelles adjacent to the nucleus, presumably the ER and the ER–Golgi intermediate compartment

(anti-ERGIC-53). Deletion of the ER retention signal �rst identi�ed in the SARS-CoV-1 E protein combined with

the insertion of a consensus Golgi export signal from the mammalian ion channel Kir2.1, allowed us to detect

the PM construct in the plasma membrane. Panels show bright �eld (BF) images, nuclei stained for DAPI, mouse

anti-ERGIC-53, and the C-terminal red �uorescent tag, mKate2. These images show nuclear expression of NLS

(mock, white arrowheads), organelle expression of E protein (WT) and expression of E protein at the plasma

membrane (PM, white arrowheads). The bottom row shows merged images for DAPI, ERGIC-53 and mKate2. Scale

bar, 20 μm. B, a representative image of HEK 293S cells transfected with WT construct, which shows at higher

resolution the co-localization of SARS-CoV-2 E protein (mKate2) with the marker for ERGIC-53 surrounding the

nuclei (DAPI staining). Scale bar, 10 μm. [Colour �gure can be viewed at wileyonlinelibrary.com]
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Figure 3. SARS-CoV-2 E protein expression decreases DND-189

�uorescence in NIH 3T3 cells

A, representative cell images of NIH 3T3 cells transfected with

pcDNA3 vector (Mock) or WT. Top row, bright-�eld images; second

row, LysoSensor DND-189 images (green �uorescence); third row,

mKate2 �uorescence to con�rm E protein expression. Scale bar, 10

μm. B, quanti�cation of �uorescence intensity in mock (n = 23) and

WT (n = 39) transfected cells showing a decrease in mean cell

�uorescence intensity 24 h following WT expression (1021 ± 304 vs.

668 ± 308 a.u. for mock and WT, respectively), which is consistent

with an increase in luminal pH within organelles. Fluorescence was

quanti�ed using ImageJ analysis software. Student’s t-test,

P < 0.0001. C, the time course of changes in pH monitored via

�uorescence intensity at 6, 12, 24 and 48 h post-transfection

(n = 83, 51, 43 and 38, respectively) showing a decreasing relative

�uorescence intensity (r.f.u., relative to mock) over time, indicating

an increase in organellar pH. One-way ANOVA F(3,211) = 7.133,

P = 0.0001, Bonferroni’s post hoc test when compared to 6 h

(1.04 ± 0.34 r.f.u.): 12 h (0.94 ± 0.33 r.f.u., P = 0.2022), 24 h

(0.81 ± 0.26 r.f.u., P = 0.0005), 48 h (0.81 ± 0.27 r.f.u.,

P = 0.0009). In B and C, data were collected and pooled from three

separate transfections for each condition. Data are presented as

means ± SD. [Colour �gure can be viewed at wileyonlinelibrary.com]

and 27.3 ± 7.5 pF for PM (Fig. 4E). The modest
increase in the capacitance of cells transfected with
PM might be due to the expression of the E protein
in the membrane. We normalized for capacitance and
calculated the current density at −100 and +100 mV
(Fig. 4F). Cells that expressed the PM construct had
higher inward (−4.44 ± 2.20 pA pF−1) and outward
(5.24 ± 2.15 pA pF−1) current density when compared
to mock (−100 mV: −3.37 ± 1.58 pA pF−1, P <0.0001;
+100 mV: 3.93 ± 1.61 pA pF−1, P = 0.0003) (Fig. 4F).
These results show that the normalized current density
contributed by the E protein is approximately±1 pApF−1.
When using a high K+ pipette solution (potassium
gluconate), we also observed a higher current amplitude
with PM than with WT and mock (Fig. 4G). A time-
and voltage-dependent outward current component was
also present in mock-transfected cells, and this is mainly
because of an endogenousK+ current that has beenwidely
reported in the literature (Jiang et al. 2002). This was
e�ectively abolished in our experiments by replacing K+

with Cs+ in the pipette solution.

The E protein is modulated by pH and is permeable to

small monovalent cations

We then explored the pH dependence of E protein ion
channel activity using electrophysiological recordings.
HEK 293S cells were transfected with PM and mock
constructs, and recordings were performed 18–36 h after
transfection. In these experiments, we used Cs+-based
internal solution, and currents from mock-transfected
cells were ‘mock subtracted’ to obtain the E current.
Lowering extracellular pH (corresponding to greater
luminal acidity in vivo) modi�ed the voltage dependence
of the E protein current so that the E current, which
was nearly linear at pH 7.4, showed inward recti�cation
at pH 6.0 (Fig. 5A and C). This is consistent with
easier movement of ions from the extracellular solution,
which corresponds to the luminal compartment, to the
cytoplasmic compartment. At pH 8.0, the E current
was reduced across a wide range of holding potentials
(Vh < −85 mV and Vh > +60 mV) (Fig. 5B and D).

© 2021 The Authors. The Journal of Physiology © 2021 The Physiological Society
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Figure 4. Membrane currents from HEK 293S cells expressing SARS-CoV-2 E WT or PM constructs

A, representative images of HEK 293S cells transfected with mock (NLS-mKate2 into pcDNA3), WT and PM

SARS-CoV-2 E protein constructs. Left panels, bright �eld images; right panels, mKate2 �uorescence. Scale bar,

20 μm. B, representative current records from HEK 293S cells expressing pcDNA3 vector (mock), WT and PM

in top panels, and ‘mock subtracted’ traces of WT and PM in the bottom panels. Scale bars: 200 pA (vertical),

50 ms (horizontal). ‘Mock subtracted’ records are shown below. Scale bar, 100 pA. Dotted lines indicate zero

current level. C, averaged I–V curves of mock (open squares, n = 102 from 24 transfections), PM (n = 95 from

22 transfections) and WT (n = 14 from 3 transfections) transfected cells. There was no difference between WT

and mock (two-way ANOVA, main difference between constructs, F(2,208) = 13.69, P < 0.0001, with Tukey’s post

© 2021 The Authors. The Journal of Physiology © 2021 The Physiological Society
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hoc test, P = 0.7036 for WT vs. mock). When PM was expressed in HEK 293S cells, we observed higher total

membrane conductance than with WT or mock (two-way ANOVA, F(2,208) = 13.69, P < 0.0001, Tukey’s post

hoc: P < 0.0001 for PM vs. WT, and P < 0.0001 for PM vs. mock). D, subtracting mock-transfected cell data

from WT-transfected data reveals no current. A larger voltage-independent current is recorded in cells transfected

with PM, and is revealed by digital subtraction (‘mock subtraction’) (two-way ANOVA, main difference between

constructs, F(1,107) = 3.334, P = 0.0742, and Bonferroni’s post hoc test: P < 0.05 for V < −70 mV and >45 mV,

P < 0.0001 at −100 mV and +100 mV). E, capacitance of PM (n = 95), mock (n = 102) and WT (n = 14) HEK 293S

transfected cells (one-way ANOVA, F(2,208) = 5.192, P = 0.0063, and Tukey’s post hoc test: Mock vs. PM, P = 0.0043;

Mock vs. WT, P = 0.8297; and PM vs. WT, P = 0.5638). F, current amplitudes in B were normalized to yield

current density (pA/pF). Compared to mock-transfected cells, the normalized current density of PM was greater at

−100 mV (one-way ANOVA, F(2,208) = 8.03, P = 0.0004, Tukey’s post hoc test, Mock: −3.37 ± 1.58 pA pF−1vs. PM:

−4.44 ± 2.20 pA pF−1, P = 0.0003) and at +100 mV (one-way ANOVA, F(2,208) = 12.35, P < 0.0001, Tukey’s post

hoc test, Mock: 3.93 ± 1.61 pA pF−1vs. PM: 5.24 ± 2.15 pA pF−1, P < 0.0001). Current densities for WT were

−3.64 ± 1.62 pA pF−1 at −100 mV (P = 0.3005, WT vs. PM) and 4.18 ± 1.38 pA pF−1 at +100 mV (P = 0.1227,

WT vs. PM). No differences were found between Mock and WT (Tukey’s post hoc test, at −100 mV: P = 0.8714,

and at +100 mV: P = 0.8796). For visualization purposes, ns: not signi�cant. G, using the whole-cell con�guration

of the patch-clamp technique with potassium gluconate in the pipette (Kgluci), cells transfected with the pcDNA3

vector only (mock, open squares, n = 13), WT (n = 7) and PM (n = 12) all exhibit a voltage-dependent outward

current. I–V relationships with potassium gluconate reveal a larger current in PM compared to mock-transfected

HEK 293S cells (mixed-model two-way ANOVA, main difference between constructs, F(2,29) = 0.3026, P = 0.011,

and Tukey’s post hoc test, PM vs. mock, P < 0.05 at V > +80 mV). The values plotted in the graphs are expressed

as means ± SD. Currents in B–D and G were elicited by 200 ms commands from Vh = −40 mV in 5 mV steps (from

−100 mV to + 100 mV). [Colour �gure can be viewed at wileyonlinelibrary.com]

By expressing the SARS-CoV-2 E protein in the
plasma membrane, we were able to record the currents
and to alter either the internal or external solutions to
investigate the ion selectivity of the proposed ion channels
composed of E proteins. Replacement of external Na+

with K+ revealed that both of these monovalent cations
are able to pass through the ion channel formed by
the E protein (Fig. 5E) with the reversal potential being
shifted from −8.5 mV in external Na+ to +18.7 mV in
external K+. These data indicate that K+ is approximately
threefold more permeant than either Cs+ or Na+ within
the E channel pore. Replacement of external Na+ with
N-methyl-D-glucamine+ (NMDG) resulted in a loss of
inward current (Fig. 5F), suggesting that this bulky cation
is unable to permeate through the pore, and also that Cl–

ions do not easily permeate the ion channel. The small
negative shift in the reversal potential indicates that Cs+

is slightly more permeant than Na+ (PNa: PCs estimated
as 0.9). Anion permeability was undetectable above the
level of r.m.s. noise (∼4 pA), yielding an estimate for
cation/anion permeability ratio >10.

PM but not WT produces robust currents in Xenopus

oocytes, decreased at high pH

The small amplitude of the SARS-CoV-2 E protein
current in HEK 293S cells may make it di�cult to
use this mammalian cell-based recording platform for
drug screening. Therefore, to improve the robustness and
throughput using our engineered E protein constructs,
we initiated additional electrophysiological experiments,
expressing the E protein in Xenopus oocytes. Using
two-electrode voltage clamp recording of currents in

Xenopus laevis oocytes injected with cRNA encoding
WT or untagged-PM, we discovered that untagged-PM
generates robust currents (>±10 μA) at pH 7.5 that were
linear across the voltage range studied (−100 to 70 mV)
(Fig. 6A), and the current amplitude increased with the
quantity of PM cRNA injected (Fig. 6C). Although the
untagged version of the PM construct was used for the
majority of oocyte experiments, we found that the pre-
sence or absence of the mKate2-epitope tag did not
alter the E current amplitude (Fig. 6C). In contrast,
cRNA generated from the WT construct did not generate
signi�cant currents (Fig. 6A and C). Expression of the
untagged-PM construct depolarized the resting Vm to
−14.5 ± 5.8 mV, versus −21.4 ± 4.0 mV for WT-injected
oocytes and −19.1 ± 5.1 mV for non-injected oocytes
(n = 20–25; P = 0.0064, non-injected vs. PM) (Fig. 6B).
The PM current was modi�ed when the bath pH was
changed (Fig. 7C and D) (one-way ANOVA comparing
normalized currents of pH 6.0, 7.5 and 9.0 at −100 mV,
P = 0.0189, and at +50 mV, P = 0.0077). The mean
peak current observed at pH 6.0 (Fig. 7A, C and D) was
larger than that at pH 9.0 (Fig. 7B, C and D), whereas
non-injected oocytes did not generate signi�cant currents
at pH 6.0 (Fig. 7C). Unlike the HEK 293 cell experiments,
we did not see marked inward recti�cation at pH 6 in
oocytes, but we did observe a time-dependent decline
in current amplitude at hyperpolarized potentials. This
was variable between oocytes and in each oocyte was
more prominent at pH 9.0 than at pH 6.0 (Fig. 7A
and B). Such a current decline might perhaps arise due
to the collapse of electrochemical gradients, or it may
re�ect a voltage-dependent blockade of the channel by
an extracellular cation at a site that is only revealed
at higher extracellular pH. Overall, the oocyte-based

© 2021 The Authors. The Journal of Physiology © 2021 The Physiological Society
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Figure 5. The E protein is modulated by pH and is permeable to small cations

A and B, representative examples of mock-subtracted traces in standard Na+ extracellular solution at pH 7.4 (A and

B) and after exchange with a similar external solution at pH 6 (A) or pH 8 (B). Dotted lines indicate the zero current

level. Scale bars: 100 pA (vertical), 50 ms (horizontal). C–F, averagedmock-subtracted current–voltage relationships

for whole-cell current in PM-transfected cells in response to changes of pH and ion substitution in the external

solution. Currents were elicited by 200 ms commands from Vh = −40 mV in 5 mV steps (from −100 mV to

+100 mV). C, the mock-subtracted SARS-CoV-2 E current is linear at pH 7.4 but shows inward recti�cation when

the external solution is exchanged for one at pH 6 (Mock = 11, PM = 12, from 5–6 transfections; two-way ANOVA,

main effect of pH: F(1,11) = 4.079, P = 0.0667, Bonferroni’s post hoc test, P < 0.05 at V >75 mV, P < 0.0001 at

+100 mV). D, SARS-CoV-2 E current measured at pH 7.4 is reduced when exposed to an external solution at pH

8 (Mock = 9, PM = 8, from 4–5 transfections; two-way ANOVA, main effect of pH: F(1,7) = 6.628, P = 0.0368,

Bonferroni’s post hoc test, P < 0.05 at Vh < −85 mV (P = 0.0017 at −100 mV) and Vh > +60 mV (P < 0.0001

at +100 mV)). E, the SARS-CoV-2 E protein is permeable to K+. The standard external solution containing Na+

was replaced by a high K+ solution and the Erev shifted from −8.5 mV (95% CI: −11.7, −5.5 mV) in Na+
o to

18.7 mV (17.2, 20.3 mV) in high K+
o (Mock = 10, PM = 11, from 4–5 transfections; two-way ANOVA, main

effect of K+, F(1,10) = 20.85, P = 0.0010). The relative permeability ratio PK: PNa was estimated as 2.9 (2.8, 3.2). F,

SARS-CoV-2 E protein is not permeable to NMDG (Mock = 11, PM = 10, from 4–5 transfections; two-way ANOVA,

main effect of NMDG: F(1,9) = 14.26, P = 0.0044, Bonferroni’s post hoc test, P < 0.05 at Vh < −85 mV (P = 0.0032

at −100 mV)). The relative permeability ratio of PNa: PCs was estimated as 0.9 (0.7, 1.0). The values plotted in the

graphs are expressed as means ± SD. [Colour �gure can be viewed at wileyonlinelibrary.com]
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electrophysiological recordings allowed us to observe E
currents that seem broadly similar in their biophysical
properties to those recorded from the mammalian
cells, but with a much smaller relative contribution
from endogenous currents compared with recordings in
mammalian cells, and a much larger current amplitude,
resulting in a greatly improved signal-to-noise ratio.

Discussion

The E protein of SARS-CoV-1 is essential for virus
propagation (DeDiego et al. 2007) andhas been implicated
in its pathogenicity (Nieto-Torres et al. 2014, 2015b),
although the mechanisms remain unclear. To characterize
the function of the E protein of SARS-CoV-2 for this
study, we generated two innovative constructs for the
expression of the E protein in mammalian cells. This

system of transient expression enabled us to study its
dual functions: the ion channel activity of SARS-CoV-2
E when it is expressed in the plasma membrane, and
its e�ect on proton homeostasis when expressed in
intracellular organelles. Several groups have shown that
epitope-tagged E protein of SARS-CoV-1 localizes in the
ER–GIC (Nieto-Torres et al. 2011; Cohen et al. 2011).
Our results in HEK 293S cells with the red �uorescent tag
mKate2 and the ER–GIC marker ERGIC-53 show a peri-
nuclear localization of WT SARS-CoV-2 E protein that
is consistent with ER–GIC targeting. Although an e�ect
of mKate2 on localization may not be totally eliminated,
previous studies in SARS-CoV-1 have shown that sub-
cellular localization of the E protein is similar for tagged
and untagged forms (Nieto-Torres et al. 2011; Cohen
et al. 2011). In addition, our results in Xenopus oocytes
show large currents of similar amplitude for tagged and

Figure 6. SARS-CoV-2 E PM expresses robust currents when expressed in Xenopus oocytes

A, exemplar current traces for Xenopus oocytes expressing WT (left panel) and untagged-PM (right panel) as

indicated, at pH 7.5 (30 ng cRNA). Voltage protocol and scale bars are shown in the inset. Dashed lines indicate

zero current level. B, scatter plot of the unclamped membrane potential (EM) for oocytes expressing untagged-PM

(n = 35), WT (n = 20) or non-injected (non-inj) oocytes (triangles, n = 20) (statistical analysis by one-way ANOVA

(P = 0.0002) and Tukey’s post hoc test, untagged-PM vs. WT, P < 0.0001; untagged-PM vs. non-inj, P = 0.0064;

WT vs. non-inj, P = 0.3290). C, mean peak current versus voltage for oocytes after injection of 30 ng (mKate2-tag)

PM cRNA (diamonds, n = 5), 30 ng (squares, n = 17) or 60 ng ( squares, n = 8) untagged-PM cRNA, or after

injection of 30 ng WT cRNA (circles, n = 15). The mean peak current at +50 mV was equivalent between oocytes

expressing tagged (3.1 ± 2.8 μA, n = 5) and untagged (3.6 ± 5.1 μA, n = 17) versions of the PM construct

(Student’s t-test, P = 0.8336). cRNA encoding WT, PM and untagged-PM constructs was generated from cDNA in

the pXOOM vector. Two batches of oocytes were used for WT and untagged-PM constructs and one batch for the

PM construct. [Colour �gure can be viewed at wileyonlinelibrary.com]
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untagged versions of the PM constructs, suggesting that
the presence of the mKate2 tag has no major deleterious
e�ects on the function of the E protein. Therefore,
the mKate2 tag is a useful reporter to investigate the
localization and function of E proteins.

One important role of coronaviral viroporins is in
regulation of the pH within the lumen of intracellular
organelles such as the Golgi apparatus. For example,
expression of the E protein of infectious bronchitis
virus (IBV) (Westerbeck & Machamer, 2019) increased
intra-organelle pH, inducing neutralization of Golgi pH,
resulting in a protective e�ect that allows the IBV spike
protein to be sequestered from proteolysis, and promotes
virus assembly and release (Westerbeck & Machamer,
2019). The viroporin p7 of hepatitis C virus (HCV) also
induces alkalinization within the Golgi that is required for
HCV production and propagation (Wozniak et al. 2010).
Alterations in the ionic environment of the ER and Golgi
by SARS-CoV-1 E are proposed to activate the cell stress
response and apoptosis pathways (DeDiego et al. 2011).
Our pH imaging results show that SARS-CoV-2 E protein
expression decreases the �uorescence of regions that
correspond to intracellular organelles such as lysosome,
ER–GIC and Golgi apparatus, and this is consistent
with an increase in the pH of these compartments,
as reported for the E protein of IBV (Westerbeck &

Machamer, 2019). The time course of the pH change that
we observed in NIH 3T3 cells is also consistent with
previous work on the kinetics of coronavirus E protein
expression (Nieto-Torres et al. 2011; Venkatagopalan
et al. 2015). These �ndings suggest that SARS-CoV-2 E
protein has a similar pathophysiological e�ect on intra-
cellular proton homeostasis as other viroporins, which
may result in facilitated viral assembly and enhanced
spike protein stability in infected cells. Although an inter-
action between E and the spike protein remains to be
demonstrated in coronaviruses (Schoeman & Fielding,
2019), expression of both E and membrane (M) proteins
seems to be required for virus-like particle formation
(Huang et al. 2004; Schoeman&Fielding, 2019), including
in SARS-CoV-2 (Boson et al. 2021). This interaction
appears to take place between the cytoplasmic tails of
M and E proteins (Corse & Machamer, 2003), and may
enhance the activity of the E protein when expressed in
the Golgi apparatus. The alteration of proton homeostasis
may be a common consequence of coronaviral viroporin
expression in infected mammalian cells and essential for
viral function.
Viroporins form ion channels, and the main function

of these is presumably to alter ionic gradients across
organelle membranes (Nieva et al. 2012; Scott &
Gri�n, 2015). This feature may be crucial for not only

Figure 7. The E protein is modulated by

pH when expressed in Xenopus oocytes

A and B, exemplar current traces for

untagged-PM expressed (60 ng cRNA) in a

single Xenopus oocyte at bath pH 6.0 (A)

and pH 9.0 (B). Dashed lines indicate zero

current level. Voltage protocol and scale

bars inset. C, mean peak current versus

voltage for oocytes after injection of 60 ng

untagged-PM cRNA, each studied at bath

pH of 6 (squares), 7.5 (circles) and 9.0

(triangles) (n = 8), or non-injected at pH 6

(squares, n = 20). D, mean data after

normalization for each oocyte to the peak

current of PM at +70 mV, pH 7.5. Statistical

analysis by one-way ANOVA and Tukey’s

post hoc test comparing normalized

currents at −100 mV (main difference

between pH solutions, P = 0.0189; pH 6.0

(−1.27 ± 0.32) vs. pH 7.5 (−0.95 ± 0.19),

P = 0.0764; pH 6.0 vs. pH 9.0

(−0.86 ± 0.30), P = 0.0200; pH 7.5 vs. pH

9.0, P = 0.7980) and +50 mV (P = 0.0077;

pH 6 (0.86 ± 0.15) vs. pH 7.5

(0.74 ± 0.04), P = 0.1150; pH 6 vs. pH 9

(0.66 ± 0.12), P = 0.0059; pH 7.5 vs. pH

9.0, P = 0.360). Data are presented as

means ± SD. Two batches of oocytes were

used for the experiment. [Colour �gure can

be viewed at wileyonlinelibrary.com]
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promoting viral assembly and propagation but also
facilitating pathogenesis by disturbing cellular homeo-
stasis (Nieto-Torres et al. 2015a; Farag et al. 2020). Our
PM construct is designed to expose the N-terminus of the
E protein at the exterior of the cell, with the C-terminus
being intracellular. This design allowed us to alter external
pH and ions in our electrophysiological experiments as
a model of the physiological conditions within the Golgi
apparatus, while the cytoplasmic conditions of pH and
ions remain the same (represented by the pipette solution
in the whole-cell recording con�guration). Our results
suggest that the E protein has ion channel activity that
can be regulated by protons. A recent study in planar
lipid bilayers also showed the E protein of SARS-CoV-2
to be permeable to both Na+ and K+ and to show
sensitivity to pH changes (Xia et al. 2020). The selectivity
for monovalent cations such as K+ and Na+ exhibited by
SARS-CoV-2 E is similar to reports for the E protein of
SARS-CoV-1 (Wilson et al. 2004, 2006) and p7 of HCV
(Premkumar et al. 2004). However, the planar lipid bilayer
platform using puri�ed lipids and recombinant protein
may be lacking in endogenous mammalian factors that
can contribute to E protein function. As �ndings from
the bilayer platform might not be pathophysiologically
relevant, a simple biological role of the SARS-CoV-2 E
protein can be proposed, tested and validated based on
our platforms using these constructs in live mammalian
cells and oocytes.
Under physiological conditions, the relevant value of

the membrane potential for the E current is −80 mV
(the potential of the Golgi lumen being +80 mV relative
to the cytoplasm) (Matamala et al. 2019), and we can
conclude that when the E protein is present in the Golgi
apparatus membrane, the low pHwithin the lumen would
promote the activation of the channel, which is permeable
to smaller cations, eventually lowering cytoplasmic K+ in
the infected cell. Alkaline pH, on the other hand, would
inhibit the �ow of cations across the organelle membrane.
In this context, it is interesting to note that droplets
suspended within exhaled air are somewhat alkaline, at
approximately pH 8 (Vaughan et al. 2003). This implies
that, when intact virus particles are ejected from the
human airway in respiratory droplets, the more alkaline
conditions would result in the E protein channel pre-
sent in the virus envelope being mainly closed, so that
the exhaled virion would then be essentially sealed o�
from the external environment, perhaps prolonging viral
survival. Other viroporins, such as the M2 protein of
in�uenza A virus, can function as a proton channel (Pinto
et al. 1992) with a high proton selectivity over mono-
valent cations (Chizhmakov et al. 1996). It is possible that
the E protein itself is also permeable to H+, and our pH
imaging results are consistent with this. However, direct
measurements of such very small (∼5 pA) currents are at

the limit of resolution of our present recording techniques
in HEK 293S cells.
While the experiments in HEK 293S cells enabled

us to characterize electrophysiological properties of
SARS-CoV-2 E protein, the small currents measured in
this system would make screening of blockers against the
E protein di�cult and arduous.We therefore expressed the
PM construct in Xenopus laevis oocytes, and we observed
that currents of 10–20 μA were generated at −100 mV.
Increasing extracellular pH reduced the amplitude of the
E current, consistent with the pH dependence observed
in HEK 293S cells, and WT did not generate any
observable current in oocytes. We did observe some
di�erences between E currents recorded in oocytes versus
mammalian cells. Such �ndings are not unprecedented for
channels expressed using these two di�erent expression
systems, as previously reported for other channels such as
KCNQ1–KCNE3 (Abbott, 2016). One likely explanation
for the voltage-dependent fade or ‘inactivation’ seen in the
present study in oocytes is the possible voltage-dependent
block of the channel by an external cation, perhaps due to
the deprotonation of a binding site at pH 9. Alternatively,
the current decay might re�ect the collapse in electro-
chemical gradients that is sometimes seen in oocytes
when recording extremely large currents, although such
e�ects should be independent of pH. Taken together, our
results suggest that the oocyte-based recording platform
using these engineered constructs might prove applicable
for drug discovery studies aimed at identifying channel
blockers or inhibitors of SARS-CoV-2 E protein.
The potential for the coronavirus E proteins to serve

as targets for therapeutic intervention seems clear. The
E protein has been proposed to play an important
role in pathogenesis of SARS-CoV (Nieto-Torres et al.
2014; Jimenez-Guardeño et al. 2014) and SARS-CoV-2
(Schoeman & Fielding, 2020), and the history of the M2
channel blockers as antiviral drugs for the treatment of
in�uenza A (Dolin et al. 1982) suggests that this approach
could be applied to SARS-CoV-2. Several computational
modelling studies (Gupta et al. 2020; Chernyshev, 2020),
as well as experimental studies in bacteria (Singh
Tomar & Arkin, 2020) and lipid bilayers (Xia et al.
2020), have highlighted the potential for identifying new
and existing drugs that act by this mechanism. The
inhibitor 5-(N,N- hexamethylene)-amiloride (HMA) is
known to be e�ective against SARS-CoV-1 E (Pervushin
et al. 2009), and amantadine was also shown to inhibit
SARS-CoV-1 E (Torres et al. 2007) as well as M2 (Pinto
et al. 1992) and p7 (Gri�n et al. 2003). HMA had
stronger a�nity than amantadine in docking studies with
SARS-CoV-2 E protein (Mandala et al. 2020), whereas
both compounds showed weak inhibitory activity in lipid
bilayer experiments and showed cytotoxicity at these high
concentrations (Xia et al. 2020). Other potential inhibitors

© 2021 The Authors. The Journal of Physiology © 2021 The Physiological Society
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for SARS-CoV-2 E include compounds derived from
berbamine, which reduced the secretion of cytokines (Xia
et al. 2020), andmemantine (Singh Tomar&Arkin, 2020).
Our E-current recording platform will be useful in the
evaluation of these and other drug candidates, including
existing drugs that can be repurposed. The need for new
viroporins has become more acute in recent months, with
the emergence of novel viral variants that seem likely to
become dominant (Washington et al. 2021) as well as
others that have the potential to escape from the acquired
immunity generated by vaccination or as a consequence
of prior SARS-CoV-2 infection (Cele et al. 2021; Wibmer
et al. 2021).

The method described here for the expression of the
SARS-CoV-2 E protein in the plasma membrane of
mammalian and amphibian cells is widely applicable, with
minor modi�cations, to other coronaviruses, and more
broadly to the study of any viroporins. The application
of this technique should greatly facilitate screening and
validation of novel compounds that block the ion channel
formed by the E protein of SARS-CoV-2, some of which
might prove to have antiviral activity andmay �nd clinical
utility in the treatment of COVID-19.
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