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Abstract
Background. Neurological complications are common in patients affected by COVID-19 due to the ability
of SARS-CoV-2 to infect brains. While the mechanisms of this process are not fully understood, it has
been proposed that SARS-CoV-2 can infect the cells of the neurovascular units (NVU), which form the
blood-brain barrier (BBB). The aim of the current study was to analyze the expression pattern of the main
SARS-CoV-2 receptors in naïve and HIV-1-infected cells of the NVU in order to elucidate a possible
pathway of the virus entry into the brain and a potential modulatory impact of HIV-1 in this process.

Methods. The gene and protein expression pro�le of ACE2, TMPRSS2, ADAM17, BSG, DPP4, AGTR2,
ANPEP, cathepsin B and cathepsin L was assessed by qPCR and immunoblotting, respectively. In
addition, we investigated if brain endothelial cells can be affected by the exposure to the S1 subunit of
the S protein, the domain responsible for the direct binding of SARS-CoV-2 to the ACE2 receptors.

Results. The receptors involved in SARS-CoV-2 infection are coexpressed in the cells of the NVU,
especially in astrocytes and microglial cells. These receptors are functionally active as exposure of
endothelial cells to the SARS CoV-2 S1 protein subunit altered the expression pattern of tight junction
proteins, such as claudin-5 and ZO-1. Additionally, HIV-1 infection upregulated ACE2 and TMPRSS2
expression in brain astrocytes and microglia cells.

Conclusions. These �ndings provide key insight into SARS-CoV-2 recognition by cells of the NVU and may
help to develop possible treatment of CNS complications of COVID-19.

Introduction
Coronavirus Disease-19 (COVID-19), which is caused by Severe Acute Respiratory Syndrome Corona Virus
2 (SARS-CoV-2) was �rst reported in Wuhan, China in December 2019. COVID-19 has become a
pandemic, resulting in devastating morbidity and mortality worldwide due to lethal pneumonia and
respiratory distress (1). In addition to systemic, respiratory, and cardiovascular complications (2), it has
been reported that patients with COVID-19 can manifest symptoms of the central nervous system (CNS)
infection, such as impaired consciousness, headache, encephalopathy, delirium, paresthesia, ataxia,
encephalitis, as well as acute cerebrovascular events, such as ischemic or hemorrhagic stroke (3–12).
COVID-19 patients also experience rhabdomyolysis (13), myositis (14) or peripheral nervous system
symptoms, including Guillain-Barré syndrome (15), and taste or olfactory impairment (16, 17), The
incidence of neurological complications is estimated to be around 37% in SARS-CoV-2-infected patients
(5).

The SARS-CoV-2 genomic sequence shows a similarity of 75.5% with SARS-CoV-1 (18). Similar to SARS-
CoV-1, SARS-CoV-2 binds to the host cell through the transmembrane protein angiotensin I converting
enzyme 2 (ACE2) receptor using the spike protein (S protein). This protein is encoded by the S gene and is
formed by the subunits S1 and S2. SARS-CoV-2 attaches to the host cells through the S1 subunit to ACE2
(19). Once attached, the host infection requires the expression of transmembrane serine protease 2
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(TMPRSS2) for priming of the spike protein and viral entry into the cell (20–22). Along with ACE2 and
TMPRSS2, several other molecules have been suggested to participate in SARS-CoV-2 entry into human
cells, such as ADAM metallopeptidase domain 17 (ADAM17) (23, 24), dipeptidyl peptidase 4 (DPP4) (25,
26), angiotensin II receptor type 2 (AGTR2) (27, 28), basigin (BSG, also called extracellular matrix
metalloproteinase inducer [EMMPRIN] or cluster of differentiation 147 [CD147]) (29, 30), aminopeptidase
N (ANPEP) (31) and cathepsin B/L (32, 33).

The Central Nervous System (CNS) is well documented to be a target of beta coronaviruses infections
such as SARS-CoV-1 (34–37) and SARS-CoV-2. Several studies detected SARS-CoV-2 in the brain and the
cerebrospinal �uid of COVID-19 patients (5, 38–40). Some reports sustain that this neuroinvasion is due
to retrograde axonal transport of the virus via the olfactory sensory neurons (3, 41, 42). In support of this
notion, expression of ACE2 was demonstrated in human olfactory epithelium (17, 43) and olfactory
dysfunction is a common symptom in SARS-CoV-2-infected individuals (5, 44, 45). Moreover, it was
suggested that SARS-CoV-2 may reach the cerebral vasculature through the systemic circulatory system
(25, 42) and crossing the blood brain barrier (BBB). While the mechanisms of this process are not fully
understood, it has been suggested that it may be executed by infection of cells that compose the
microvessels forming the BBB (46). The BBB, which is mainly formed by endothelial cells (EC), represents
a barrier interface between the systemic circulation and the CNS. Surrounding the microvessels and
coordinating function with EC are pericytes, astrocytes, neurons, and microglia forming functional
elements of the BBB called the neurovascular units (NVU) (47). The barrier properties of the BBB are
generated by high-resistance interendothelial tight junctions (TJs) formed by transmembrane proteins,
such as claudin-5, and cytoplasmic proteins, such as zonula occludens (ZO-1), that limit the paracellular
permeability between endothelial cells (48).

Older individuals and people with preexisting medical conditions are at higher risk of COVID-19
complications. These factors may be of particular signi�cance in HIV-1 infection as HIV-1-infected
patients experience accelerated aging and may suffer from immunode�ciency. In addition, HIV-1 is
known to enter the CNS by altering the structures and properties of the BBB (49). In the brain, perivascular
macrophages and microglia represent the primary cells infected with HIV (50, 51). Several investigations
have also shown the capacity of astrocytes to be infected by HIV-1 (52–54) and recent evidence has
emerged on the productive HIV-1 infection of brain pericytes (55–59). In contrast, no productive HIV-1
infection in EC has been reported (60).

In the present study, we aimed to analyze the expression pro�le of the main SARS-CoV-2 receptors in host
cells forming the NVU in order to elucidate a possible pathway of the virus entry into the brain. Identifying
the NVU cells with the greatest potential to be directly infected by SARS-CoV-2 would allow us to better
understand the mechanisms of neuroinvasion and viral pathogenesis of SARS-CoV-2 in the brain. Taking
into consideration possible interactions between SARS-CoV-2 and HIV-1, we also evaluated the
expression of ACE2 and TMPRSS2, i.e., the main SARS-CoV-2 receptors, in these cells after HIV-1
infection. The obtained results indicate that the receptors involved in SARS-CoV-2 infection are
coexpressed in the cells of the NVU, especially in astrocytes and microglial cells. Exposure of endothelial
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cells to the SARS CoV-2 S1 protein subunit altered the expression of TJ proteins, such as claudin-5 and
ZO-1, potentially providing a route of SARS-CoV-2 entry into the brain. Additionally, HIV-1 infection
upregulated ACE2 and TMPRSS2 expression in brain astrocytes and microglia. Overall, these �ndings
provide key insight into the SARS-CoV-2 recognition by cells of the NVU and may help to develop possible
treatment of CNS complications of COVID-19 disease.

Material And Methods

Cells cultures
Primary human brain microvascular endothelial cells were obtained from Cell Systems (Kirkland, WA,
USA, Cat #ACBRI 376) and cultured in medium supplemented with CultureBoost, 10% serum, 100
units/mL penicillin and 100 µg/mL streptomycin. For TJ protein measurements, cells were exposed to 15
nM of the SARS-CoV-2 S protein S1 subunit (RayBiotech, Peachtree Corners, GA, Cat # 230–01101) in
serum-free media without added antibiotics. Primary human astrocytes (ScienCell, Carlsbad, CA, USA, Cat
#1800) were cultured in astrocyte-speci�c growth medium (ScienCell, #1801) supplemented with 2% FBS,
astrocyte growth supplement, 100 units/mL penicillin, and 100 µg/mL streptomycin. Primary human
brain vascular pericytes (ScienCell, Cat# 1200) were maintained in pericyte-speci�c growth medium
(ScienCell, Cat# 1201) supplemented with 2% FBS, pericyte growth supplement, 100 units/mL penicillin,
and 100 µg/mL streptomycin. Immortalized human microglia cell line (hµglia C20) created by
SV40/hTERT-mediated immortalization (61) was kindly provided by Dr. Jonathan Karn (Case Western
Reserve University, Ohio, OH, USA). Hµglia C20 cells were cultured as earlier described (62) in BrainPhys
medium (StemCell Technologies, Vancouver, BC, Canada, Cat# 05791) containing 1X N2 supplement-A
(Thermo Fisher Scienti�c, Cat #17502–048), 1X penicillin streptomycin (Gibco, Cat #15140122), 100
µg/mL normocin (InvivoGen, San Diego, CA, USA, Cat #ant-nr-1), 25 mM L-Glutamine (Thermo Fisher
Scienti�c, Cat#25030081), 1% FBS, and 1 µM dexamethasone (Sigma-Aldrich, St. Louis, MO, USA Cat
#D4902). Human embryonic kidney (HEK)-293T cells (ATCC, Manassas, VA, USA, Cat# CRL-11268) were
cultured in Dulbecco’s Modi�ed Eagle Medium (DMEM) (Thermo Fisher Scienti�c, Carlsbad, CA, USA,
Cat#11995-065) and supplemented with 10% FBS (ScienCell, Cat# 0500), 100 units/mL penicillin, and
100 µg/mL streptomycin (Thermo Fisher Scienti�c, Cat# 15140-122). All cell cultures were maintained in
5% CO2 at 37°C.

HIV-1 production and quanti�cation
The HIV-1 pNL4-3 plasmid was acquired from the NIH AIDS Reagent Program (Division of AIDS, NIAID,
National Institutes of Health). Viral stocks were generated by transfecting 107 HEK-293T cells with 30 µg
HIV-1 pNL4-3 plasmid using Lipofectamine 2000 (Thermo Fisher Scienti�c, Cat# 11668-027). Next day,
medium was shifted to Opti-Mem (Thermo Fisher Scienti�c, Cat# 11058-021). After 48h, supernatants
were collected, �ltered using 0.45 µm-pore size �lter (Millipore Sigma, Massachusetts, MA, USA, cat#
430314), and concentrated using weight exclusion columns (Millipore Sigma, Cat# UFC905024). Viral
stocks were stored in -80°C. Viral concentration was analyzed in cell culture media by quantifying p24
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antigen by HIV-1 p24 Antigen ELISA 2.0 according to the manufacturer’s instructions (ZeptoMetrix,
Buffalo, NY, USA, Cat# 0801008). Primary human brain pericytes, astrocytes and immortalized human
microglial cells were infected by incubation with 60 ng/mL of HIV-1 p24 for 24h or 48h.

Quantitative PCR (qPCR)
Total RNA was isolated from cell culture lysates using RNeasy mini kit (Qiagen, Germantown, MD, Cat #
74104) following the manufacturer's instructions and quanti�ed using the Nanodrop 2000 (Thermo
Fisher Scienti�c). RT-PCR was performed with a total of 100–800 ng of RNA using the qScript XLT 1-Step
RT-qPCR ToughMix Low ROX (Quantabio, Beverly, MA, USA, Cat #89236-676) reaction mix and the
Applied Biosystems 7500 system (Applied Biosystems, Foster City, CA). TaqMan Gene Expression Assays
and ACE2 primer: Hs01085333_m1; TMPRSS2 primer: Hs00237175_m1; ADAM17 primer:
Hs01041915_m1; BSG primer: Hs00936295_m1; DPP4 primer: Hs00897386_m1; AGTR2 primer:
Hs02621316_s1; ANPEP primer: Hs00174265_m1; CATHEPSIN L primer: Hs02803063_cn and
CATHEPSIN B primer: Hs02148115_cn were used for gene ampli�cation. HIV-1 gag was measured using
the following primers and probe: HIV-1gag_F 5′-GACATAAGACAGGGACCAAAGG-3′; HIV-1gag_R 5′-
CTGGGTTTGCATTTTGGACC-3′; HIV-1gag_Probe 5′-AACTCTAAGAGCCGAGCAAGCTTCAC-3′. Human
GAPDH was calculated for sample normalization. Coveted PCR product speci�city was determined using
melting curve assessment and gene expression �uctuations were determined by the ΔΔCt method, with
Ct as the cycle number at threshold.

Immunoblotting
After washing with phosphate-buffered saline (PBS), cells were lysed with Radio Immuno Precipitation
Assay (RIPA) buffer containing protease inhibitors (Santa Cruz Biotechnology, Germany, EU, Cat# sc-
24948a). Protein concentration was assessed using BCA Protein Assay Kit (Thermo Fisher Scienti�c,
Cat# 23223). Samples were loaded on sodium dodecyl sulfate (SDS) polyacrylamide 4–20% Mini-
PROTEAN TGX Stain-Free Protein Gels (Bio-Rad Laboratories, Hercules, CA, USA Cat# 4568094) and
electrotransferred to a nitrocellulose membrane using the Trans-Blot Turbo Transfer System (Bio-Rad
Laboratories, Cat# 170–4159). Afterward, the membranes were block with 5% bovine serum album (BSA)
in TBS (Sigma-Aldrich, Cat# A7906-500G) for 1h. The blots were incubated in 5% BSA in TBS, overnight
at 4°C with the following primary antibodies: mouse anti-ACE2 (Abcam, United Kingdom, Cat# ab15348),
mouse anti-ZO-1 (Thermo Fisher Scienti�c, Cat# 339100), rabbit anti-claudin-5 (Thermo Fisher Scienti�c,
Cat#341600) and rabbit anti-TMPRSS2 (Thermo Fisher Scienti�c, Cat# PA5-14264). Membranes were
imaged using the Licor CLX imaging system after incubation with the secondary antibody in 5% BSA-TBS
for 1h at room temperature (1:20000, LI-COR, Lincoln, NE, USA, Cat# 926-32210, Cat# 926-68070, Cat#
926-32211, cat# 926-68071). Target protein levels were normalized to anti-GAPDH (1:20000, Novus
Biologicals Cat# NB600–502FR or Cat# NB600-5021R) or rabbit polyclonal anti α-tubulin antibody
(1:1000, Thermo Fisher Scienti�c, Cat# 11224-1-AP). Signal quanti�cation was performed using Image
Studio 4.0 software (LI-COR).

Statistical Analysis
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All statistical analysis between experimental groups and controls were performed with GraphPad Prism 6
(GraphPad Software, La Jolla, CA, USA). Two-tailed student’s t test or one-way ANOVA following by
Turkey’s multiple comparisons test were used for the analysis and p < 0.05 was considered signi�cant.

Results

Cells of the NVU differentially express receptors involved in
SARS-CoV-2 infection.
We �rst sought to characterize the expression levels of the main molecules involved in SARS-CoV-2 entry
into host cells. RNA and protein were extracted from primary human brain EC, astrocytes, pericytes and
immortalized human microglial cells. Expression of ACE2, TMPRSS2, ADAM17, BSG, DPP4, AGTR2,
ANPEP, cathepsin L, and cathepsin B were analyzed by qPCR and immunoblotting. ACE2 was
signi�cantly more expressed at mRNA and protein levels in astrocytes compared to EC, pericytes, and
microglia. Microglial cells presented the second highest expression of mRNA levels of ACE2 but the
lowest protein levels of this receptor. EC and pericytes exhibited the lowest expression of ACE2 mRNA
levels but higher protein levels than microglial cells (Figs. 1A-B). 

Among studied cells, microglial cells expressed the highest TMPRSS2 mRNA and protein levels, with
astrocytes being the next highest TMPRSS2 mRNA and protein producing cells (Figs. 1C-D). In contrast,
the lowest expression of TMPRSS2 mRNA levels were detected in EC, followed by pericytes (Fig. 1C). EC
and pericytes also expressed low levels of TMPRSS2 at the protein levels (Fig. 1D).

The highest expression of ADAM17 mRNA was found in astrocytes, followed by microglial cells, and EC
and pericytes, which expressed the same levels of ADAM17 mRNA (Fig. 1E). The highest BSG mRNA
levels were detected in microglial cells, followed by pericytes, astrocytes, and EC (Fig. 1F). DPP4 mRNA
levels were the highest in microglial cells, followed by EC and pericytes with the same DPP4 mRNA
expression, and astrocytes that exhibited the lowest expression (Fig. 1G). Microglial cells expressed the
most pronounced AGTR2 mRNA levels, followed by pericytes, astrocytes and EC (Fig. 1H). In case of
ANPEP, the highest mRNA expression was observed in pericytes, followed by EC, microglial cells, and
astrocytes (Fig. 1I). Cathepsin B mRNA presented the most prominent levels in astrocytes, followed by EC,
and pericytes and microglial cells, which expressed this gene at the same level (Fig. 1J). Lastly, the
highest expression of cathepsin L was found in pericytes, followed by microglial cells, astrocytes, and EC
(Fig. 1K).

Claudin-5 and ZO-1 expression levels are in�uenced by
exposure to the S1 subunit in primary human brain EC
EC are essential cells forming the BBB (63). Given our previous results showing that ACE2 protein and
mRNA levels are lower in EC and pericytes when compared to other NVU cells, we investigated if EC can
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be affected by exposure to the S1 subunit of the SARS-CoV-2 S protein, the domain responsible for direct
binding to the ACE2 receptor (19). We analyzed TJ protein expression changes, as their alterations may
provide transendothelial entry of SARS-CoV-2 into the brain.

Human EC were exposed to a single dose of 15 nM of the SARS-CoV-2 S1 subunit and the expression
level of claudin-5 and ZO-1, two key TJ proteins, were analyzed by immunoblotting. Claudin-5 expression
level was signi�cantly lower when cells were exposed to the S1 subunit for 3h as compared with
untreated cells. Interestingly, there was a signi�cant upregulation in the levels of claudin-5 when
compared with the controls after 48h and 72h, suggesting recovery processes (Fig. 2A). We also observed
a downregulation in ZO-1 protein after 3h exposure, followed by a signi�cant increase after 72h exposure
as compared with the untreated cells (Fig. 2B). 

Cells of the NVU are susceptible to HIV-1 infection
HIV-1 has the ability to cross the BBB and infecting the brain. Therefore, we measured infection of the
cells of the NVU by the assessment of HIV-1 gag RNA levels by qPCR. The analyses were performed 24h
and 48h post infection with 60 ng/ml of HIV-1. EC were excluded from these analyses because no
productive HIV-1 infection in EC has been reported (60). The results indicated that astrocytes, pericytes,
and microglia are susceptible to HIV-1 infection, con�rming literature reports (51, 55, 56, 58). In addition,
HIV-1 Gag RNA levels were signi�cantly higher 24h after infection when compared to 48h after infection
in all three cell types (Fig. 3A-C). 

ACE2 and TMPRSS2 expression levels increase after HIV-1
infection in primary human brain astrocytes
Astrocytes are the most abundant cell type of the CNS (64). Although it has been reported that astrocytes
do not express the classical CD4 receptor for HIV-1 entry (65), several groups have identi�ed HIV infection
in astrocytes in vivo (52, 54–56, 58, 66). While some early studies described a non-productive infection
(67), other reports indicated productive HIV-1 replication in astrocytes at low levels (52, 68). We also
observed HIV-1 gag RNA expression in astrocytes after HIV-1 infection (Fig. 3A). Using the same infection
paradigm as in Fig. 3, primary human astrocytes were infected with 60 ng/ml of HIV-1 for 24h and 48h
and the expression of ACE2 and TMPRSS2 was measured by qPCR and immunoblotting. ACE2 mRNA
and protein levels increased in astrocytes as the result of HIV-1 infection. ACE2 mRNA levels were
elevated at both 24h and 48h post infection (Fig. 4A), while ACE2 protein levels increased only 48h post
infection (Fig. 4C). In addition, TMPRSS2 mRNA levels were increased at 48h post HIV infection; however,
no changes were found at the protein level (Figs. 4B, D, respectively). 

No changes in ACE2 or TMPRSS2 expression are detected
after HIV-1 infection in primary human brain pericytes
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Brain pericytes express the main HIV-1 receptors, CD4, CCR5 and CXCR4 and can be e�ciently infected by
HIV-1 (55, 59). Therefore, we investigated if HIV-1 infection could lead to alterations of ACE2 or TMPRSS2
expression. Infection with 60 ng/ml of HIV-1 for 24h or 48h did not result in any changes in the
expression of ACE2 or TMPRSS2 at the mRNA (Fig. 5A, B) or protein level (Fig. 5C, D) in pericytes. 

HIV-1 infection of human microglial cells upregulates ACE2
and TMPRSS2 expression
Microglia are the main cell type supporting productive HIV-1 infection and generating a HIV-1 reservoir in
the brain (50, 69–72). After infection with HIV-1, mRNA and protein expression of ACE2 and TMPRSS2
was evaluated by qPCR and immunoblotting, respectively. HIV-1 infection resulted in a signi�cant
increase in ACE2 mRNA level at 24h but not at 48h as compared to mock-infected cells (Fig. 6A).
However, no changes in ACE2 expression were detected at the protein level (Fig. 6C). The expression
pattern of TMPRSS2 indicated a signi�cant increase at the mRNA levels at both 24h and 48h post
infection compared to mock-infected cells (Fig. 6B). In addition, a signi�cant increase in TMPRSS2
protein level was observed 24h post HIV-1 infection (Fig. 6D).

Discussion
Neurological complications are frequent in patients affected by COVID-19 (4, 5). Several studies have
reported that SARS-CoV-2 can invade the CNS; however, the mechanisms of this process remain unclear.
It was proposed that an invasion of the CNS by infection of the BBB cells may be responsible for this
effect (11, 40, 73). SARS-CoV-2 entry into the cells uses the ACE2 receptor and the serine protease
TMPRSS2 to allow the interaction with the viral spike protein S, followed by a membrane fusion resulting
in cell viral entry (20). In addition, a variety of other molecules have been suggested to be involved in the
SARS-CoV-2 internalization into the host cell. Some of them are ADAM17 (23), DPP4 (25), AGTR2 (27),
BSG (29), ANPEP (31) and Cathepsin B/L (32).

Speci�c cells of the NVU that can be implicated in SARS-CoV-2 neuroinvasion have not been identi�ed. In
particular, a comprehensive pro�le of the host receptors on the NVU cells that can be involved in SARS-
CoV-2 entry into the brain is unknown. Such studies are important, because they can identify which of the
NVU cell types may provide the main route of SARS-CoV-2 entry into the CNS. Previous studies indicated
that astrocytes, microglial cells, and endothelial cells express ACE2 (30) (74, 75). Recently, high
expression levels of ACE2 in adult human heart pericytes (76, 77) and mouse olfactory bulb pericytes (78)
have been reported. However, brain pericytes have different origin and no studies have yet described
expression of ACE2 in human BBB pericytes. Of the NVU cells, expression of TMPRSS2 has only been
studied and reported in microglial cells (30). Studies have shown a low level of expression of TMPRSS2
in blood vessel endothelial cells; however, there are no reports of TMPRSS2 expression in microvascular
endothelial cells that compose the BBB (79).

The current study describes the pro�le of expression of the main receptors involved in SARS-CoV-2
infection and entry into the NVU cells. At the mRNA levels, our results indicated that astrocytes displayed
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the highest expression of ACE2, ADAM17 and cathepsin B as well as the second highest levels of
TMPRSS2. They also expressed mRNA for BSG, AGTR2, and cathepsin L but the lowest mRNA expression
for DPP4 and ANPEP. Among the cells of the NVU, the second highest mRNA levels for ACE2 were
detected in microglial cells; however, their ACE2 protein level expression was relatively low. Microglial
cells also exhibited the highest levels of TMPRSS2, BSG, DPP4 and AGTR2 mRNA. mRNA levels for
ADAM17, ANPEP and cathepsin B and L were also prominently expressed in these cells. These results
support literature reports showing ACE2 and TMPRSS2 mRNA and protein levels in human brain
microglial cells (30). Microglia were also reported to express ADAM17 (80) and cathepsin B and L (81).

EC and pericytes expressed ACE2 and TMPRSS2 mRNA at low levels as compared to astrocytes and
microglial cells. Similar to TMPRSS2 mRNA, BSG, AGTR2, and cathepsin L mRNA levels in EC were the
lowest among studied cells of the NVU. These �ndings are important because EC generate the main
interface between the blood stream and the brain. Thus, a low expression of ACE2 and TMPRSS2 may
provide some protection against SARS-CoV-2 entry into the brain. On the other hand, protein expression of
ACE2 and TMPRSS2 in EC was higher and comparable to other cells of the NVU. We next analyzed if
ACE2 expression on EC can induce phenotype changes upon exposure to the S1 subunit of the SARS
CoV-2 S protein, the domain responsible for direct binding to the ACE2 receptor (19). EC treatment with
the S1 subunit resulted in TJ dual-stage response pattern, where claudin-5 and ZO-1 expression levels
decreased 3h after exposure, followed by an increase after 48h and 72h as compared with the controls
(Fig. 2). Disruption of TJ protein expression in EC exposed to the S1 subunit is consistent with
observations that the S protein alters barrier function in a model of human blood-brain barrier (82).

Within the NVU, EC closely interact with pericytes. Indeed, pericytes wrap around the brain endothelium
via cytoplasmic processes that extend along the abluminal surface of the endothelium and cover close to
100% of the brain microvascular endothelium. Part of the pericyte-endothelial interface is separated by
the basement membrane; however, pericytes also remain in direct contact with endothelial cells via the
peg-socket type of arrangement (57, 83). Therefore, it was important that mRNA expression of ACE2 and
TMPRSS2 was also low in pericytes.

Several studies have focused on investigating a possible association between ACE2 expression and the
interferon (IFN)-signaling pathway. It was reported that administration of exogenous IFN-γ downregulated
the expression of ACE2 receptor in interferon-de�cient Vero E6 cells (84). Interestingly, recent reports
suggested ACE2 to be one of the interferon-stimulated genes (ISG) (20, 85, 86). Indeed, it was shown that
type I IFNs, and to a lesser extent type II IFNs, can signi�cantly upregulate ACE2 expression levels in
human nasal epithelial cells. In addition, type I IFNs can upregulate ACE2 in other cells of the epithelial
barrier tissue, such as primary bronchial cells and keratinocytes (85). The �nding that ACE2 is an ISG has
broad implications, including HIV infection. In fact, HIV-1 entry into host cells stimulates an IFN-driven
induction of ISGs as part of the cellular antiviral defense network (87).

The CNS is susceptible to infection by lentiviruses, such as HIV-1, through the viral entry from the
periphery into the brain (73, 88). Several studies have shown that HIV-1 infection modulates gene and
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protein expression in the host cells (55, 87). Therefore, we proposed to evaluate whether HIV-1 infection
modulates the expression levels of ACE2 and TMPRSS2. We �rst examined the e�ciency of HIV-1
infection of NVU cells. Primary human brain astrocytes, pericytes and human microglia were infected
with HIV-1 for 24h and 48h and the expression levels of HIV-1 gag were measured by qPCR. In agreement
with previous studies, we found a successful infection of HIV-1 in microglial cells (50, 51), pericytes (55–
57), and astrocytes (52–54). There was signi�cantly higher expression of HIV-1 gag 24h after infection
compared to 48h in microglia, pericytes, and to a lesser degree in astrocytes (Fig. 3).

Next, we evaluated if ACE2 and/or TMPRSS2 levels are affected by HIV-1 infection. Overall, a signi�cant
increase in ACE2 and TMPRSS2 at both mRNA and protein levels were observed in HIV-1 infected
astrocytes and, especially, in microglial cells (Figs. 4 and 6). These effects may be related to IFN-α/β
signaling that was reported to regulate HIV infection in both microglia and astrocytes (89, 90). Indeed,
astrocytes and microglia are the main producers of IFN during in�ammatory response in the CNS (91).
Microglia are also the cell type that is most susceptible to HIV-1 infection within the CNS.

In contrast, no changes in ACE2 or TMPRSS2 mRNA or proteins were detected in pericytes upon HIV
infection (Fig. 5), even though pericytes can be productively infected by HIV-1 and respond to
in�ammatory signals (92–94). On the other hand, HIV-1 infection in pericytes appears to not be
in�uenced by IFNs as interferon-α, -β, and -γ levels were not affected in HIV-infected pericytes (56). These
results may con�rm the notion that ACE2 expression is regulated by IFNs upon HIV-1 infection. In support
of this notion, an increase in ACE2 expression in secretory cells of the nasal epithelium has been reported
in infection by in�uenza virus (85). The in�uenza virus is recognized to be an e�cient inducer of the IFN
pathway similar to HIV-1 (95). An overexpression of ACE2 mRNA in CD4 + T cells has also been described
in patients with systemic lupus erythematosus (96), a disease that is associated with interferon induction
(97, 98).

Elevated COVID-19 mortality in patients with immunocompromised immune systems (99) suggested that
people with HIV-1 might be of an increased risk of COVID-19-related complications and death.
Surprisingly, several studies indicated that COVID-19 pathology does not markedly differ between HIV-1-
infected individuals and the general population (100–104). These �ndings can be explained as the result
of successful antiretroviral therapy (ART) that decrease plasma HIV-1 viral load to undetectable levels
(105–108). On the other hand, ART is less e�cient in treatment of HIV-1 infection in the brain due to the
barrier function of the BBB, which limits brain penetration of antiretroviral drugs. Thus, the interactions
between HIV-1 and COVID-19 in the CNS remain a threat. In addition, HIV-1-infected patients who are not
on ART might be at increased risk of SARS-CoV-2 infection and more severe COVID-19 outcomes.

In conclusion, the present study describes the coexpression of the main receptors involved in SARS-CoV-2
infection in the cells of the NVU, suggesting their susceptibility to SARS-CoV-2 infection. Among NVU
cells, the most prominent expression of SARS-CoV-2 receptors was observed in astrocytes and microglial
cells. Additionally, HIV-1 infection of brain astrocytes and microglia cells upregulated ACE2 and
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TMPRSS2 expression levels. These �ndings will help to better understand the pathology of CNS infection
by SARS-CoV-2 and the role of HIV-1 infection in the progression of COVID-19.

Abbreviations
ACE2: angiotensin I converting enzyme 2; ADAM17: a disintegrin and metalloproteinase 17; AGTR2:
angiotensin II receptor type 2; ANPEP: aminopeptidase N; BBB: blood-brain barrier; BCA: bicinchoninic
acid; BSG: basigin; CNS: central nervous system; COVID-19: coronavirus disease-19; DPP4: dipeptidyl
peptidase 4; EC: endothelial cells; FBS: fetal bovine serum; GAPDH: glyceraldehyde 3-phosphate
dehydrogenase; HEK: human embryonic kidney; HIV-1: human immunode�ciency virus; IFN: interferon;
ISG: interferon-stimulated genes; NVU: neurovascular units; PBS: phosphate-buffered saline; qPCR:
quantitative PCR; S protein: spike protein; S1: S1 subunit of the Spike protein; SARS-CoV-2: severe acute
respiratory syndrome-coronavirus 2; TMPRSS2: transmembrane protease, serine 2; ZO-1: zonula
occludens-1; TJ: tight junction

Declarations

Acknowledgements
N/A

Availability of data and materials
All data generated during and/or analyzed during the current study are included in this published article.
All source data supporting the �ndings of this manuscript are available from the corresponding authors
upon request.

Authors’ contributions
S.T. D.A. and M.T. designed the research study. S.T., and R.C., performed and analyzed the quantitative
PCR and immunoblotting experiments after HIV-1 infection. M.S. performed and analyzed the expression
of TJs protein after S1 exposure. S.T., and O.N., produced HIV-1 virus. S.T. and M.T. wrote the manuscript
and all authors revised it.

Funding
This work was supported by the University of Miami COVID-19 Rapid Response Grant, award number UM
2020-2224 and by the National Institutes of Health (NIH), grants MH098891, MH072567, HL126559,
DA039576, DA040537, and DA044579. Dr. S. Torices was in part supported by an AHA postdoctoral
fellowship (20POST35211181). Dr. Adesse was supported by Fundação Oswaldo Cruz (INOVA Fiocruz,



Page 12/19

grant number 48401984391807) and Fundação de Amparo à Pesquisa do Estado do Rio de Janeiro
(FAPERJ, SEI-260003/002704/2020).

Ethics approval and consent to participate

N/A

Consent for publication
N/A

Competing interests
The authors report no competing interests.

References
1. Thompson R. Pandemic potential of 2019-nCoV. Lancet Infect Dis. 2020;20(3):280.

2. Hendren NS, Drazner MH, Bozkurt B, Cooper LT, Jr. Description and Proposed Management of the
Acute COVID-19 Cardiovascular Syndrome. Circulation. 2020;141(23):1903-14.

3. Li Y, Li M, Wang M, Zhou Y, Chang J, Xian Y, et al. Acute cerebrovascular disease following COVID-19:
a single center, retrospective, observational study. Stroke Vasc Neurol. 2020;5(3):279-84.

4. Chen N, Zhou M, Dong X, Qu J, Gong F, Han Y, et al. Epidemiological and clinical characteristics of 99
cases of 2019 novel coronavirus pneumonia in Wuhan, China: a descriptive study. Lancet.
2020;395(10223):507-13.

5. Mao L, Jin H, Wang M, Hu Y, Chen S, He Q, et al. Neurologic Manifestations of Hospitalized Patients
With Coronavirus Disease 2019 in Wuhan, China. JAMA Neurol. 2020;77(6):683-90.

6. Filatov A, Sharma P, Hindi F, Espinosa PS. Neurological Complications of Coronavirus Disease
(COVID-19): Encephalopathy. Cureus. 2020;12(3):e7352.

7. Perrin P, Collongues N, Baloglu S, Bedo D, Bassand X, Lavaux T, et al. Cytokine release syndrome-
associated encephalopathy in patients with COVID-19. Eur J Neurol. 2020.

8. Hess DC, Eldahshan W, Rutkowski E. COVID-19-Related Stroke. Transl Stroke Res. 2020;11(3):322-5.

9. Tsivgoulis G, Palaiodimou L, Katsanos AH, Caso V, Kohrmann M, Molina C, et al. Neurological
manifestations and implications of COVID-19 pandemic. Ther Adv Neurol Disord.
2020;13:1756286420932036.

10. Varatharaj A, Thomas N, Ellul MA, Davies NWS, Pollak TA, Tenorio EL, et al. Neurological and
neuropsychiatric complications of COVID-19 in 153 patients: a UK-wide surveillance study. Lancet
Psychiatry. 2020;7(10):875-82.



Page 13/19

11. Najjar S, Najjar A, Chong DJ, Pramanik BK, Kirsch C, Kuzniecky RI, et al. Central nervous system
complications associated with SARS-CoV-2 infection: integrative concepts of pathophysiology and
case reports. J Neuroin�ammation. 2020;17(1):231.

12. Benameur K, Agarwal A, Auld SC, Butters MP, Webster AS, Ozturk T, et al. Encephalopathy and
Encephalitis Associated with Cerebrospinal Fluid Cytokine Alterations and Coronavirus Disease,
Atlanta, Georgia, USA, 2020. Emerg Infect Dis. 2020;26(9):2016-21.

13. Jin M, Tong Q. Rhabdomyolysis as Potential Late Complication Associated with COVID-19. Emerg
Infect Dis. 2020;26(7):1618-20.

14. Zhang H, Charmchi Z, Seidman RJ, Anziska Y, Velayudhan V, Perk J. COVID-19-associated myositis
with severe proximal and bulbar weakness. Muscle Nerve. 2020;62(3):E57-E60.

15. El Otmani H, El Moutawakil B, Rafai MA, El Benna N, El Kettani C, Soussi M, et al. Covid-19 and
Guillain-Barre syndrome: More than a coincidence! Rev Neurol (Paris). 2020;176(6):518-9.

16. Begam N, Bashar MA. Olfactory and Taste Disorders in Patients with SARS-CoV-2 Infection. Int Arch
Otorhinolaryngol. 2020;24(3):e391-e2.

17. Butowt R, von Bartheld CS. Anosmia in COVID-19: Underlying Mechanisms and Assessment of an
Olfactory Route to Brain Infection. Neuroscientist. 2020:1073858420956905.

18. Wu A, Peng Y, Huang B, Ding X, Wang X, Niu P, et al. Genome Composition and Divergence of the
Novel Coronavirus (2019-nCoV) Originating in China. Cell Host Microbe. 2020;27(3):325-8.

19. Huang Y, Yang C, Xu XF, Xu W, Liu SW. Structural and functional properties of SARS-CoV-2 spike
protein: potential antivirus drug development for COVID-19. Acta Pharmacol Sin. 2020;41(9):1141-9.

20. Hoffmann M, Kleine-Weber H, Schroeder S, Kruger N, Herrler T, Erichsen S, et al. SARS-CoV-2 Cell
Entry Depends on ACE2 and TMPRSS2 and Is Blocked by a Clinically Proven Protease Inhibitor. Cell.
2020;181(2):271-80 e8.

21. Zhou P, Yang XL, Wang XG, Hu B, Zhang L, Zhang W, et al. A pneumonia outbreak associated with a
new coronavirus of probable bat origin. Nature. 2020;579(7798):270-3.

22. Shulla A, Heald-Sargent T, Subramanya G, Zhao J, Perlman S, Gallagher T. A transmembrane serine
protease is linked to the severe acute respiratory syndrome coronavirus receptor and activates virus
entry. J Virol. 2011;85(2):873-82.

23. Zipeto D, Palmeira JDF, Arganaraz GA, Arganaraz ER. ACE2/ADAM17/TMPRSS2 Interplay May Be
the Main Risk Factor for COVID-19. Front Immunol. 2020;11:576745.

24. Schreiber B, Patel A, Verma A. Shedding Light on COVID-19: ADAM17 the Missing Link? Am J Ther.
2020.

25. Solerte SB, Di Sabatino A, Galli M, Fiorina P. Dipeptidyl peptidase-4 (DPP4) inhibition in COVID-19.
Acta Diabetol. 2020;57(7):779-83.

26. Bassendine MF, Bridge SH, McCaughan GW, Gorrell MD. COVID-19 and comorbidities: A role for
dipeptidyl peptidase 4 (DPP4) in disease severity? J Diabetes. 2020;12(9):649-58.



Page 14/19

27. Cui C, Huang C, Zhou W, Ji X, Zhang F, Wang L, et al. AGTR2, one possible novel key gene for the
entry of SARS-CoV-2 into human cells. IEEE/ACM Trans Comput Biol Bioinform. 2020;PP.

28. de Sousa AK, Magalhaes DA, Ferreira JDS, Barbosa A. SARS-CoV-2-mediated encephalitis: Role of
AT2R receptors in the blood-brain barrier. Med Hypotheses. 2020;144:110213.

29. Wang K, Chen W, Zhang Z, Deng Y, Lian JQ, Du P, et al. CD147-spike protein is a novel route for SARS-
CoV-2 infection to host cells. Signal Transduct Target Ther. 2020;5(1):283.

30. Qiao J, Li W, Bao J, Peng Q, Wen D, Wang J, et al. The expression of SARS-CoV-2 receptor ACE2 and
CD147, and protease TMPRSS2 in human and mouse brain cells and mouse brain tissues. Biochem
Biophys Res Commun. 2020;533(4):867-71.

31. Qi F, Qian S, Zhang S, Zhang Z. Single cell RNA sequencing of 13 human tissues identify cell types
and receptors of human coronaviruses. Biochem Biophys Res Commun. 2020;526(1):135-40.

32. Padmanabhan P, Desikan R, Dixit NM. Targeting TMPRSS2 and Cathepsin B/L together may be
synergistic against SARS-CoV-2 infection. PLoS Comput Biol. 2020;16(12):e1008461.

33. IstI� IE, SihoGlu Tepe A, SarikUrkc UC, Tepe B. Interaction of certain monoterpenoid hydrocarbons
with the receptor binding domain of 2019 novel coronavirus (2019-nCoV), transmembrane serine
protease 2 (TMPRSS2), cathepsin B, and cathepsin L (CatB/L) and their pharmacokinetic properties.
Turk J Biol. 2020;44(3):242-64.

34. Gu J, Gong E, Zhang B, Zheng J, Gao Z, Zhong Y, et al. Multiple organ infection and the pathogenesis
of SARS. J Exp Med. 2005;202(3):415-24.

35. Xu J, Zhong S, Liu J, Li L, Li Y, Wu X, et al. Detection of severe acute respiratory syndrome
coronavirus in the brain: potential role of the chemokine mig in pathogenesis. Clin Infect Dis.
2005;41(8):1089-96.

36. Netland J, Meyerholz DK, Moore S, Cassell M, Perlman S. Severe acute respiratory syndrome
coronavirus infection causes neuronal death in the absence of encephalitis in mice transgenic for
human ACE2. J Virol. 2008;82(15):7264-75.

37. Li YC, Bai WZ, Hashikawa T. The neuroinvasive potential of SARS-CoV2 may play a role in the
respiratory failure of COVID-19 patients. J Med Virol. 2020;92(6):552-5.

38. Solomon IH, Normandin E, Bhattacharyya S, Mukerji SS, Keller K, Ali AS, et al. Neuropathological
Features of Covid-19. N Engl J Med. 2020;383(10):989-92.

39. Virhammar J, Kumlien E, Fallmar D, Frithiof R, Jackmann S, Skold MK, et al. Acute necrotizing
encephalopathy with SARS-CoV-2 RNA con�rmed in cerebrospinal �uid. Neurology. 2020;95(10):445-
9.

40. Baig AM, Khaleeq A, Ali U, Syeda H. Evidence of the COVID-19 Virus Targeting the CNS: Tissue
Distribution, Host-Virus Interaction, and Proposed Neurotropic Mechanisms. ACS Chem Neurosci.
2020;11(7):995-8.

41. Li Z, Liu T, Yang N, Han D, Mi X, Li Y, et al. Neurological manifestations of patients with COVID-19:
potential routes of SARS-CoV-2 neuroinvasion from the periphery to the brain. Front Med.
2020;14(5):533-41.



Page 15/19

42. Briguglio M, Bona A, Porta M, Dell'Osso B, Pregliasco FE, Ban� G. Disentangling the Hypothesis of
Host Dysosmia and SARS-CoV-2: The Bait Symptom That Hides Neglected Neurophysiological
Routes. Front Physiol. 2020;11:671.

43. Butowt R, Bilinska K. SARS-CoV-2: Olfaction, Brain Infection, and the Urgent Need for Clinical
Samples Allowing Earlier Virus Detection. ACS Chem Neurosci. 2020;11(9):1200-3.

44. Lechien JR, Chiesa-Estomba CM, De Siati DR, Horoi M, Le Bon SD, Rodriguez A, et al. Olfactory and
gustatory dysfunctions as a clinical presentation of mild-to-moderate forms of the coronavirus
disease (COVID-19): a multicenter European study. Eur Arch Otorhinolaryngol. 2020;277(8):2251-61.

45. Giacomelli A, Pezzati L, Conti F, Bernacchia D, Siano M, Oreni L, et al. Self-reported Olfactory and
Taste Disorders in Patients With Severe Acute Respiratory Coronavirus 2 Infection: A Cross-sectional
Study. Clin Infect Dis. 2020;71(15):889-90.

46. Achar A, Ghosh C. COVID-19-Associated Neurological Disorders: The Potential Route of CNS Invasion
and Blood-Brain Relevance. Cells. 2020;9(11).

47. Daneman R, Prat A. The blood-brain barrier. Cold Spring Harb Perspect Biol. 2015;7(1):a020412.

48. Tsukita S, Furuse M, Itoh M. Multifunctional strands in tight junctions. Nat Rev Mol Cell Biol.
2001;2(4):285-93.

49. Toborek M, Lee YW, Flora G, Pu H, Andras IE, Wylegala E, et al. Mechanisms of the blood-brain barrier
disruption in HIV-1 infection. Cell Mol Neurobiol. 2005;25(1):181-99.

50. Wallet C, De Rovere M, Van Assche J, Daouad F, De Wit S, Gautier V, et al. Microglial Cells: The Main
HIV-1 Reservoir in the Brain. Front Cell Infect Microbiol. 2019;9:362.

51. Cenker JJ, Stultz RD, McDonald D. Brain Microglial Cells Are Highly Susceptible to HIV-1 Infection
and Spread. AIDS Res Hum Retroviruses. 2017;33(11):1155-65.

52. Narasipura SD, Kim S, Al-Harthi L. Epigenetic regulation of HIV-1 latency in astrocytes. J Virol.
2014;88(5):3031-8.

53. Tornatore C, Chandra R, Berger JR, Major EO. HIV-1 infection of subcortical astrocytes in the pediatric
central nervous system. Neurology. 1994;44(3 Pt 1):481-7.

54. Lutgen V, Narasipura SD, Barbian HJ, Richards M, Wallace J, Razmpour R, et al. HIV infects
astrocytes in vivo and egresses from the brain to the periphery. PLoS Pathog. 2020;16(6):e1008381.

55. Torices S, Roberts SA, Park M, Malhotra A, Toborek M. Occludin, caveolin-1, and Alix form a multi-
protein complex and regulate HIV-1 infection of brain pericytes. FASEB J. 2020;34(12):16319-32.

56. Castro V, Bertrand L, Luethen M, Dabrowski S, Lombardi J, Morgan L, et al. Occludin controls HIV
transcription in brain pericytes via regulation of SIRT-1 activation. FASEB J. 2016;30(3):1234-46.

57. Bertrand L, Cho HJ, Toborek M. Blood-brain barrier pericytes as a target for HIV-1 infection. Brain.
2019;142(3):502-11.

58. Cho HJ, Kuo AM, Bertrand L, Toborek M. HIV Alters Gap Junction-Mediated Intercellular
Communication in Human Brain Pericytes. Front Mol Neurosci. 2017;10:410.



Page 16/19

59. Nakagawa S, Castro V, Toborek M. Infection of human pericytes by HIV-1 disrupts the integrity of the
blood-brain barrier. J Cell Mol Med. 2012;16(12):2950-7.

60. Kanmogne GD, Kennedy RC, Grammas P. Analysis of human lung endothelial cells for susceptibility
to HIV type 1 infection, coreceptor expression, and cytotoxicity of gp120 protein. AIDS Res Hum
Retroviruses. 2001;17(1):45-53.

61. Garcia-Mesa Y, Jay TR, Checkley MA, Luttge B, Dobrowolski C, Valadkhan S, et al. Immortalization of
primary microglia: a new platform to study HIV regulation in the central nervous system. J
Neurovirol. 2017;23(1):47-66.

62. Alvarez-Carbonell D, Ye F, Ramanath N, Dobrowolski C, Karn J. The Glucocorticoid Receptor Is a
Critical Regulator of HIV Latency in Human Microglial Cells. J Neuroimmune Pharmacol.
2019;14(1):94-109.

63. Persidsky Y, Ramirez SH, Haorah J, Kanmogne GD. Blood-brain barrier: structural components and
function under physiologic and pathologic conditions. J Neuroimmune Pharmacol. 2006;1(3):223-
36.

64. von Bartheld CS, Bahney J, Herculano-Houzel S. The search for true numbers of neurons and glial
cells in the human brain: A review of 150 years of cell counting. J Comp Neurol. 2016;524(18):3865-
95.

65. Russell RA, Chojnacki J, Jones DM, Johnson E, Do T, Eggeling C, et al. Astrocytes Resist HIV-1 Fusion
but Engulf Infected Macrophage Material. Cell Rep. 2017;18(6):1473-83.

66. Puzar Dominkus P, Ferdin J, Plemenitas A, Peterlin BM, Lenassi M. Nef is secreted in exosomes from
Nef.GFP-expressing and HIV-1-infected human astrocytes. J Neurovirol. 2017;23(5):713-24.

67. Chauhan A, Mehla R, Vijayakumar TS, Handy I. Endocytosis-mediated HIV-1 entry and its signi�cance
in the elusive behavior of the virus in astrocytes. Virology. 2014;456-457:1-19.

68. Gray LR, Turville SG, Hitchen TL, Cheng WJ, Ellett AM, Salimi H, et al. HIV-1 entry and trans-infection
of astrocytes involves CD81 vesicles. PLoS One. 2014;9(2):e90620.

69. Albright AV, Shieh JT, O'Connor MJ, Gonzalez-Scarano F. Characterization of cultured microglia that
can be infected by HIV-1. J Neurovirol. 2000;6 Suppl 1:S53-60.

70. Watkins BA, Dorn HH, Kelly WB, Armstrong RC, Potts BJ, Michaels F, et al. Speci�c tropism of HIV-1
for microglial cells in primary human brain cultures. Science. 1990;249(4968):549-53.

71. Joseph SB, Arrildt KT, Sturdevant CB, Swanstrom R. HIV-1 target cells in the CNS. J Neurovirol.
2015;21(3):276-89.

72. Osborne O, Peyravian N, Nair M, Daunert S, Toborek M. The Paradox of HIV Blood-Brain Barrier
Penetrance and Antiretroviral Drug Delivery De�ciencies. Trends Neurosci. 2020;43(9):695-708.

73. Song E, Zhang C, Israelow B, Lu-Culligan A, Prado AV, Skriabine S, et al. Neuroinvasion of SARS-CoV-
2 in human and mouse brain. bioRxiv. 2020.

74. Toljan K. Letter to the Editor Regarding the Viewpoint "Evidence of the COVID-19 Virus Targeting the
CNS: Tissue Distribution, Host-Virus Interaction, and Proposed Neurotropic Mechanism". ACS Chem



Page 17/19

Neurosci. 2020;11(8):1192-4.

75. Jakhmola S, Indari O, Chatterjee S, Jha HC. SARS-CoV-2, an Underestimated Pathogen of the Nervous
System. SN Compr Clin Med. 2020:1-10.

76. Chen L, Li X, Chen M, Feng Y, Xiong C. The ACE2 expression in human heart indicates new potential
mechanism of heart injury among patients infected with SARS-CoV-2. Cardiovasc Res.
2020;116(6):1097-100.

77. Robinson FA, Mihealsick RP, Wagener BM, Hanna P, Poston MD, E�mov IR, et al. Role of angiotensin-
converting enzyme 2 and pericytes in cardiac complications of COVID-19 infection. Am J Physiol
Heart Circ Physiol. 2020;319(5):H1059-H68.

78. Brann DH, Tsukahara T, Weinreb C, Lipovsek M, Van den Berge K, Gong B, et al. Non-neuronal
expression of SARS-CoV-2 entry genes in the olfactory system suggests mechanisms underlying
COVID-19-associated anosmia. Sci Adv. 2020;6(31).

79. Bertram S, Heurich A, Lavender H, Gierer S, Danisch S, Perin P, et al. In�uenza and SARS-coronavirus
activating proteases TMPRSS2 and HAT are expressed at multiple sites in human respiratory and
gastrointestinal tracts. PLoS One. 2012;7(4):e35876.

80. Vidal PM, Lemmens E, Avila A, Vangansewinkel T, Chalaris A, Rose-John S, et al. ADAM17 is a
survival factor for microglial cells in vitro and in vivo after spinal cord injury in mice. Cell Death Dis.
2013;4:e954.

81. Gresser O, Weber E, Hellwig A, Riese S, Regnier-Vigouroux A. Immunocompetent astrocytes and
microglia display major differences in the processing of the invariant chain and in the expression of
active cathepsin L and cathepsin S. Eur J Immunol. 2001;31(6):1813-24.

82. Buzhdygan TP, DeOre BJ, Baldwin-Leclair A, Bullock TA, McGary HM, Khan JA, et al. The SARS-CoV-2
spike protein alters barrier function in 2D static and 3D micro�uidic in-vitro models of the human
blood–brain barrier. Neurobiology of Disease. 2020;146:105131.

83. Winkler EA, Bell RD, Zlokovic BV. Central nervous system pericytes in health and disease. Nat
Neurosci. 2011;14(11):1398-405.

84. de Lang A, Osterhaus AD, Haagmans BL. Interferon-gamma and interleukin-4 downregulate
expression of the SARS coronavirus receptor ACE2 in Vero E6 cells. Virology. 2006;353(2):474-81.

85. Ziegler CGK, Allon SJ, Nyquist SK, Mbano IM, Miao VN, Tzouanas CN, et al. SARS-CoV-2 Receptor
ACE2 Is an Interferon-Stimulated Gene in Human Airway Epithelial Cells and Is Detected in Speci�c
Cell Subsets across Tissues. Cell. 2020;181(5):1016-35 e19.

86. Zhuang MW, Cheng Y, Zhang J, Jiang XM, Wang L, Deng J, et al. Increasing host cellular receptor-
angiotensin-converting enzyme 2 expression by coronavirus may facilitate 2019-nCoV (or SARS-CoV-
2) infection. J Med Virol. 2020;92(11):2693-701.

87. Utay NS, Douek DC. Interferons and HIV Infection: The Good, the Bad, and the Ugly. Pathog Immun.
2016;1(1):107-16.

88. Wiley CA, Achim CL, Christopherson C, Kidane Y, Kwok S, Masliah E, et al. HIV mediates a productive
infection of the brain. AIDS. 1999;13(15):2055-9.



Page 18/19

89. Hwang M, Bergmann CC. Alpha/Beta Interferon (IFN-alpha/beta) Signaling in Astrocytes Mediates
Protection against Viral Encephalomyelitis and Regulates IFN-gamma-Dependent Responses. J Virol.
2018;92(10).

90. Daniels BP, Jujjavarapu H, Durrant DM, Williams JL, Green RR, White JP, et al. Regional astrocyte IFN
signaling restricts pathogenesis during neurotropic viral infection. J Clin Invest. 2017;127(3):843-56.

91. Welsch JC, Charvet B, Dussurgey S, Allatif O, Aurine N, Horvat B, et al. Type I Interferon Receptor
Signaling Drives Selective Permissiveness of Astrocytes and Microglia to Measles Virus during Brain
Infection. J Virol. 2019;93(13).

92. Matsumoto J, Takata F, Machida T, Takahashi H, Soejima Y, Funakoshi M, et al. Tumor necrosis
factor-alpha-stimulated brain pericytes possess a unique cytokine and chemokine release pro�le and
enhance microglial activation. Neurosci Lett. 2014;578:133-8.

93. Kovac A, Erickson MA, Banks WA. Brain microvascular pericytes are immunoactive in culture:
cytokine, chemokine, nitric oxide, and LRP-1 expression in response to lipopolysaccharide. J
Neuroin�ammation. 2011;8:139.

94. Alcendor DJ, Charest AM, Zhu WQ, Vigil HE, Knobel SM. Infection and upregulation of
proin�ammatory cytokines in human brain vascular pericytes by human cytomegalovirus. J
Neuroin�ammation. 2012;9:95.

95. Killip MJ, Fodor E, Randall RE. In�uenza virus activation of the interferon system. Virus Res.
2015;209:11-22.

96. Sawalha AH, Zhao M, Coit P, Lu Q. Epigenetic dysregulation of ACE2 and interferon-regulated genes
might suggest increased COVID-19 susceptibility and severity in lupus patients. medRxiv. 2020.

97. Petri M, Singh S, Tesfasyone H, Dedrick R, Fry K, Lal P, et al. Longitudinal expression of type I
interferon responsive genes in systemic lupus erythematosus. Lupus. 2009;18(11):980-9.

98. Coit P, Jeffries M, Altorok N, Dozmorov MG, Koelsch KA, Wren JD, et al. Genome-wide DNA
methylation study suggests epigenetic accessibility and transcriptional poising of interferon-
regulated genes in naive CD4+ T cells from lupus patients. J Autoimmun. 2013;43:78-84.

99. Wang W, Su B, Pang L, Qiao L, Feng Y, Ouyang Y, et al. High-dimensional immune pro�ling by mass
cytometry revealed immunosuppression and dysfunction of immunity in COVID-19 patients. Cell Mol
Immunol. 2020;17(6):650-2.

100. Richardson S, Hirsch JS, Narasimhan M, Crawford JM, McGinn T, Davidson KW, et al. Presenting
Characteristics, Comorbidities, and Outcomes Among 5700 Patients Hospitalized With COVID-19 in
the New York City Area. JAMA. 2020;323(20):2052-9.

101. Shalev N, Scherer M, LaSota ED, Antoniou P, Yin MT, Zucker J, et al. Clinical Characteristics and
Outcomes in People Living With Human Immunode�ciency Virus Hospitalized for Coronavirus
Disease 2019. Clin Infect Dis. 2020;71(16):2294-7.

102. Okoh AK, Bishburg E, Grinberg S, Nagarakanti S. COVID-19 Pneumonia in Patients With HIV: A Case
Series. J Acquir Immune De�c Syndr. 2020;85(1):e4-e5.



Page 19/19

103. Sigel K, Swartz T, Golden E, Paranjpe I, Somani S, Richter F, et al. Covid-19 and People with HIV
Infection: Outcomes for Hospitalized Patients in New York City. Clin Infect Dis. 2020.

104. Del Amo J, Polo R, Moreno S, Diaz A, Martinez E, Arribas JR, et al. Incidence and Severity of COVID-19
in HIV-Positive Persons Receiving Antiretroviral Therapy : A Cohort Study. Ann Intern Med.
2020;173(7):536-41.

105. El�ky AA. Anti-HCV, nucleotide inhibitors, repurposing against COVID-19. Life Sci. 2020;248:117477.

106. El�ky AA. Ribavirin, Remdesivir, Sofosbuvir, Galidesivir, and Tenofovir against SARS-CoV-2 RNA
dependent RNA polymerase (RdRp): A molecular docking study. Life Sci. 2020;253:117592.

107. Cao B, Wang Y, Wen D, Liu W, Wang J, Fan G, et al. A Trial of Lopinavir-Ritonavir in Adults
Hospitalized with Severe Covid-19. N Engl J Med. 2020;382(19):1787-99.

108. Sanders JM, Monogue ML, Jodlowski TZ, Cutrell JB. Pharmacologic Treatments for Coronavirus
Disease 2019 (COVID-19): A Review. JAMA. 2020;323(18):1824-36.


