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transmission
Chao‑Fu Yang1*  , Chun‑Che Liao1,2†, Hung‑Wei Hsu1†, Jian‑Jong Liang1†, Chih‑Shin Chang1,2, Hui‑Ying Ko1, 
Rue‑Hsin Chang1, Wei‑Chun Tang3, Ming‑Hao Chang1, I‑Hsuan Wang1* and Yi‑Ling Lin1,2* 

Abstract 

Background Human angiotensin‑converting enzyme 2 (hACE2) is the receptor mediating severe acute respira‑
tory syndrome coronavirus 2 (SARS‑CoV‑2) infection. hACE2 expression is low in the lungs and is upregulated 
after SARS‑CoV‑2 infection. How such a hACE2‑limited pulmonary environment supports efficient virus transmission 
and how dynamic hACE2 expression affects SARS‑CoV‑2 infection are unclear.

Methods We generated stable cell lines with different expression levels of hACE2 to evaluate how the hACE2 expres‑
sion level can affect SARS‑CoV‑2 transmission.

Results We demonstrated that the hACE2 expression level controls the mode of SARS‑CoV‑2 transmission. The 
hACE2‑limited cells have an advantage for SARS‑CoV‑2 shedding, which leads to cell‑free transmission. By contrast, 
enhanced hACE2 expression facilitates the SARS‑CoV‑2 cell‑to‑cell transmission. Furthermore, this cell‑to‑cell transmis‑
sion is likely facilitated by hACE2‑containing vesicles, which accommodate numerous SARS‑CoV‑2 virions and trans‑
port them to neighboring cells through intercellular extensions.

Conclusions This hACE2‑mediated switch between cell‑free and cell‑to‑cell transmission routes provides SARS‑
CoV‑2 with advantages for either viral spread or evasion of humoral immunity, thereby contributing to the COVID‑19 
pandemic and pathogenesis.
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Introduction
Severe acute respiratory syndrome coronavirus 2 (SARS-
CoV-2) causes coronavirus disease 2019 (COVID-19); 
in only a few months, COVID-19 epidemic in Wuhan, 
China, became a global pandemic. Studying the trans-
mission mechanism of SARS-CoV-2 will provide insights 
into the reasons for its high transmissibility, which can 
be used to formulate strategies to suppress its spread. 
Viruses can spread among cells via two routes: cell-free 
virion and cell-to-cell transmission, and each route has 
its advantages and disadvantages [1, 2]. The advantage 
of cell-free transmission, a major route for the interhost 
transmission, is that it facilitates the infection of remote 
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targets. However, cell-free virions are vulnerable to phys-
ical or immune attacks. Enveloped viruses can spread 
directly from one cell to another without being released 
into the extracellular environment, which is known as 
cell-to-cell transmission; they can avoid immune attacks 
from neutralizing antibody (NAb) [1, 2].

Cell-free virion infection is the standard method used 
to conduct experiments in SARS-CoV-2-related stud-
ies. Cell-free viruses shed into the extracellular space 
are used not only to evaluate the effectiveness of vari-
ous anti-SARS-CoV-2 drugs in  vitro, but also to deter-
mine the infectious capacity of patients with COVID-19 
[3]. The cell-to-cell transmission of SARS-CoV-2 has 
also been demonstrated in different cells [4–6], and this 
route can facilitate the infection of SARS-CoV-2-nonper-
missive cells [6]. SARS-CoV-2 infection induces the for-
mation of filopodia [7], and SARS-CoV-2 particles have 
been observed on filopodia and tunneling nanotubes 
[6, 7], indicating the possible role of intercellular exten-
sions in SARS-CoV-2 cell-to-cell transmission. However, 
the mechanisms underlying the cell-free and cell-to-cell 
transmission of SARS-CoV-2 and the factors determining 
the route remain unclear.

Angiotensin-converting enzyme 2 (ACE2) is the major 
SARS-CoV-2 receptor, and it interacts with the receptor 
binding domain (RBD) of viral spike (S) glycoproteins [8]. 
Although the lung is the target of SARS-CoV-2, human 
ACE2 (hACE2) expression is very low in the lung and is 
limited to type II alveolar epithelial cells [9–11]. How this 
hACE2-limited environment can support SARS-CoV-2 
infection remains unclear. ACE2 is an interferon-stimu-
lated gene (ISG), and its expression is upregulated after 
virus infection in humans [10]. In this study, we inves-
tigated whether and how dynamic hACE2 expression 
contributes to SARS-CoV-2 infection, especially virus 
transmission. To address these questions, we generated 
stable cell lines with different expression levels of hACE2 
to evaluate how the hACE2 expression level can affect 
SARS-CoV-2 transmission.

Methods
Cells, viruses, and chemicals
Human lung epithelial A549 cells (CCL-185, ATCC) 
were maintained in F-12 medium (Thermo Fisher) sup-
plemented with 10% fetal bovine serum. A549 cells stably 
expressing hACE2 (hACE2-A549 cells) were kindly gifted 
by Dr. Chia-Yi Yu (National Institute of Infectious Dis-
eases and Vaccinology, National Health Research Insti-
tutes, Taiwan). African green monkey kidney Vero E6 
cells (CRL-1586, ATCC) were maintained in Eagle’s mini-
mum essential medium (Thermo Fisher) supplemented 
with 10% fetal bovine serum.

The expression of exogenous genes was achieved using 
a lentivirus system. hACE2-A549 cells were transduced 
with RFP-expressing lentiviruses from RNA Technol-
ogy Platform and Gene Manipulation Core (RNAi Core, 
Taiwan) to generate hACE2-RFP-A549 cells. A549 cells 
were transduced with mCherry-expressing lentiviruses 
(RNAi Core) to generate mCherry-A549 cells. To gener-
ate hACE2-A549 clones, single cell was sorted from the 
population of hACE2-A549 cells by using a FACSJazz-6 
color cell sorter (BD Biosciences). These clones were cul-
tured in 96-well plates for 1 week and then transferred to 
6-well plates for 4 days to obtain sufficient cells for fur-
ther experiments. The hACE2 expression level of each 
hACE2-A549 clone was analyzed using IFA and then 
confirmed through Western blotting with anti-ACE2 
antibody.

SARS-CoV-2 (hCoV-19/Taiwan/4/2020, GISAID acces-
sion ID: EPI_ISL_411927) isolated from a patient with 
COVID-19 was obtained from the Taiwan Centers of 
Disease Control. The virus was amplified in Vero E6 cells 
and the virus titer was determined using a tissue culture 
infective dose assay.

We used the following primary antibodies: anti-tubu-
lin rabbit monoclonal antibody (mAb) (#2128, Cell 
Signaling), anti-ACE2 rabbit mAb (GTX01160), anti-
SARS-CoV-2 S protein mouse mAb (GTX632604), anti-
SARS-CoV-2 nucleocapsid protein (N) mouse mAb 
(GTX632269), anti-SARS-CoV-2 nonstructural pro-
tein 3 (NSP3) rabbit polyclonal antibody (GTX135589) 
(GTX all from GeneTex), and anti-SARS-CoV-2 S protein 
humanized monoclonal antibody (hmAb; kindly gifted 
by Dr. An-Suei Yang, Genomics Research Center, Aca-
demia Sinica, Taiwan). Secondary antibodies included 
goat Alexa Fluor 488-conjugated anti-mouse, Alexa Fluor 
488-conjugated anti-human, and Alexa Fluor 568-conju-
gated anti-rabbit IgG antibodies (Thermo Fisher).

Neutralizing hmAbs against the RBD of SARS-CoV-2 
S protein were kindly gifted by Dr. Han-Chung Wu [12] 
(Institute of Cellular and Organism Biology, Academia 
Sinica, Taiwan). The control hmAb was kindly gifted by 
Dr. Kuo-I Lin (Genomics Research Center, Academia 
Sinica, Taiwan).

Virus transmission assays
For cell-free infection, hACE2-A549 cells were infected 
with SARS-CoV-2, which was premixed with antibod-
ies or plasma at 37  °C for 1 h, at a multiplicity of infec-
tion (MOI) of 0.2. At 1 h post infection (hpi), additional 
antibody- or plasma-containing medium was added. The 
supernatant was harvested for the virus infectivity assay, 
and cells were fixed for IFA with anti-NSP3 antibody and 
high-content image analysis at 24 hpi.
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For the coculture system, hACE2-A549 cells were 
infected with SARS-CoV-2 at an MOI of 0.2 for 24 h for 
obtaining the virus donor cells. The virus donor cells 
were trypsinized and cocultured with virus recipient cells 
(hACE2-RFP-A549 cells) at a 1:1 ratio in antibody- or 
plasma-containing medium. The supernatant was har-
vested for the virus infectivity assay, and at 24  h after 
coculture, the cells were fixed and subjected to IFA with 
anti-NSP3 antibody and high-content image analysis.

For temporal viral spread analysis, hACE2-A549 clones 
at approximately 90% confluence seeded in 96-well plates 
were infected with SARS-CoV-2 at an MOI of 0.01. At 1 
hpi, the medium was replaced with antibody-containing 
medium. At 24, 48, and 72 hpi, the supernatant was har-
vested for the virus infectivity assay, and the cells were 
fixed and subjected to IFA with anti-NSP3 antibody and 
high-content image analysis.

For the virus infectivity assay, hACE2-A549 cells with 
approximately 50% confluence were seeded in 96-well 
plates and then incubated with the supernatant harvested 
from the virus transmission assay. At 24 h after culture, 
the cells were fixed and subjected to IFA with anti-NSP3 
antibody.

For the viral shedding assay, hACE2-A549 clones were 
adsorbed with SARS-CoV-2 at an MOI of 0.2 for 1  h. 
After the removal of the viral inoculant, the cells were 
washed twice with phosphate-buffered saline (PBS) and 
incubated in fresh medium. At 24 hpi, the supernatant 
was harvested and viral RNA was extracted using the 
RNeasy Mini Kit (Qiagen) and was quantified using real-
time reverse transcription–polymerase chain reaction 
(RT-PCR) with primers targeting the E gene of SARS-
CoV-2, as described previously [13]. The viral RNA 
copy number was determined using a real-time RT-PCR 
standard generated from a synthetic oligonucleotide frag-
ment of E gene (Genomics BioSci and Tech).

All experiments involving SARS-CoV-2 were con-
ducted in a biosafety level 3 laboratory in accordance 
with the guidelines established by the Biosafety Level 3 
Facility of the Institute of Biomedical Sciences (IBMS), 
Academia Sinica, Taipei, Taiwan.

Immunofluorescence assay (IFA) and fluorescence staining
Cells were seeded in 96-well plates or on coverslips for 
24 h. After infection, the cells were fixed with 4% para-
formaldehyde at room temperature for 20  min, per-
meated with 0.5% Triton X-100 buffer for 2  min, and 
blocked with 3% BSA for 30 min. The cells were stained 
with primary antibodies at room temperature for 1  h, 
washed three times with PBS, and incubated with sec-
ondary antibodies, DAPI (Sigma) for nuclear staining, or 
Alexa Fluor 647 phalloidin (Thermo Fisher) for F-actin 
staining at room temperature for 1 h. Viral RNA (vRNA) 

was stained using the RNAscope Multiplex Fluorescent 
V2 Assay kit (ACD) with a SARS-CoV-2-specific probe 
(NC_045512.2, ACD).

For high-content image analysis, immunofluorescence 
images were acquired using the ImageXpress Micro XLS 
Widefield high-Content Analysis System (Molecular 
Devices), and the virus infection rate was measured using 
MetaXpress Software (Molecular Devices), as described 
previously [14]. To obtain super-resolution immuno-
fluorescent images, images were acquired using a Zeiss 
LSM880 confocal microscope equipped with Airyscan 
[15].

Correlative light and electron microscopy (CLEM)
First, 5 ×  105 hACE2-A549 cells were infected with SARS-
CoV-2 at an MOI of 0.2 for 24 h and fixed with 4% para-
formaldehyde and 0.2% glutaraldehyde in PBS at room 
temperature for 1  h. The fixed cells were washed twice 
with PBS for 5  min before immunofluorescence stain-
ing as described above. The immunofluorescence images 
were acquired using a Zeiss LSM700 microscope. Next, 
the same sample was incubated with 0.1% OsO4 in 0.1 M 
PBS for postfixation, dehydrated, and embedded in 
Spurr’s resin for further transmission electron micros-
copy (TEM) examination. Ultrathin Sects. (100 nm) were 
examined using Tecnai G2 Spirit TWIN TEM (Thermo 
Fisher). Subsequently, for precise interpretation of CLEM 
data, both immunofluorescence and TEM images were 
aligned using the ec-CLEM plugin on the Icy platform.

Statistical analysis
Data are presented as mean ± SD from three independent 
samples. Statistical significance was set at p < 0.05, and 
the data were analyzed using two-tailed Student’s t test.

Results
Cell‑free and cell‑to‑cell transmission of SARS‑CoV‑2 
in human lung cells
The human lung epithelial A549 cell line can serve as 
a model for type II alveolar epithelial cells with limited 
amount of hACE2 expression. Therefore, A549 cell with 
exogenous expression of hACE2 is commonly employed 
in the study of SARS-CoV-2 infection [7, 16–19]. In 
this study, we used hACE2-expressing A549 (hACE2-
A549) cells in viral transmission assays for evaluating the 
cell-free and cell-to-cell transmission of SARS-CoV-2 
(Fig. 1a).

In cell-free infection, hACE2-A549 cells with red fluo-
rescent protein (RFP, hACE2-RFP-A549) were read-
ily infected by SARS-CoV-2 in the presence of control 
antibody, as revealed by an IFA with NSP3 (Fig. 1b, Ctrl 
Ab) and as quantified using high-content image analysis 
(Fig. 1d). This infection could be completely blocked by 
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Fig. 1 Cell‑free and cell‑to‑cell transmission of SARS‑CoV‑2 in lung cells. a Schematic viral transmission assay. b–d Cell‑free infection: SARS‑CoV‑2 
was preincubated with neutralizing antibody (NAb) or control antibody (Ctrl Ab) and then used to infect hACE2‑RFP‑A549 cells (R) for 24 h. 
Coculture system: SARS‑CoV‑2‑infected hACE2‑A549 cells (MOI = 0.2, 24 hpi) were used as virus donor cells (D) and cocultured with hACE2‑RFP‑A549 
cells with NAb or Ctrl Ab for 24 h. NSP3 expression was analyzed using IFA (b and c) and the infection of R cells was quantified with a high‑content 
image analysis system (d). The supernatant was harvested for the virus infectivity assay (e). f mCherry‑A549 cells (without exogenous hACE2 
expression, exhACE2‑) and hACE2‑RFP‑A549 cells (with exogenous hACE2 expression, exhACE2 +) were used as R cells for cell‑free infection 
and cell‑to‑cell transmission assay. The infection of R cells was quantified with a high‑content image analysis system at 24 hpi. Arrowhead, 
SARS‑CoV‑2‑infected R cells; scale bar, 50 μm; Ctrl Ab groups (d and e) and exhACE2 + groups (f) were defined as 100%; all data indicated means 
with standard deviation (SD) (n = 3) of each group; ***p < 0.001, determined using two‑tailed unpaired Student’s t test
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premixing SARS-CoV-2 with an NAb against the RBD 
of S protein [12] (Fig.  1b and d, NAb). Similar results 
were also obtained using the convalescent plasma from 
patients with COVID-19 instead of the NAb (Addi-
tional file 1: Fig. S1). The abolishment of remaining viral 
infectivity in the culture supernatants by NAb indicated 
that it was effective for blocking SARS-CoV-2 infection 
(Fig. 1e), and that cell-free transmission was sensitive to 
NAb neutralization.

Distinct results were noted for the coculture system, 
in which SARS-CoV-2-infected hACE2-A549 cells were 
used as virus donors for infecting hACE2-RFP-A549 
cells. SARS-CoV-2 infection, measured based on NSP3 
expression in cocultured hACE2-RFP-A549 cells, was 
only slightly reduced by NAb treatment (Fig. 1c and d), 
indicating NAb-resistant cell-to-cell transmission. The 
infection rate of both cell-free and cell-to-cell transmis-
sion was greatly reduced in A549 cells without exogenous 
hACE2 expression (Fig.  1f ), suggesting the involvement 
of hACE2 in both modes of SARS-CoV-2 transmission. 
Taken together, our data suggest that SARS-CoV-2 infec-
tion proceeds through both cell-free and cell-to-cell 
modes among cells expressing hACE2.

hACE2 expression levels regulate SARS‑CoV‑2 transmission
SARS-CoV-2 infection has been reported to induce 
dynamic hACE2 expression in humans [10]. To deter-
mine whether different hACE2 expression levels affect 
the mode of transmission, we examined SARS-CoV-2 
infection in several A549 cell clones with different 
expression levels of the hACE2 protein (Fig.  2a and b, 
and Additional file 2: Fig. S2). To monitor virus progeny 
transmission over a long period of infection, we infected 
cells with SARS-CoV-2 at a low MOI in the presence of 
control antibody or NAb for up to 3 days (Fig. 2c). Nota-
bly, different distribution patterns of infected cells were 
noted between cells with low hACE2 expression (hACE2-
A549 #1–1 and #1–2; low-hACE2 cells) and high hACE2 
expression (hACE2-A549 #2 and #3; high-hACE2 cells; 
Fig. 2d).

Compared with control antibody, NAb treatment sig-
nificantly reduced virus spread in low-hACE2 cells, but 
not in high-hACE2 cells, at 48 and 72 hpi (Fig.  2d and 
e). Furthermore, the infection foci in high-hACE2 cells 
were significantly bigger than those in low-hACE2 cells, 
especially at 48 hpi (Fig.  2f ). The clusters of infected 
high-hACE2 cells expanded faster than those of infected 
low-hACE2 cells in the presence of NAb, implying that 
cell-to-cell transmission was more efficient in high-
hACE2 cells. Furthermore, the viral infectivity measured 
in the culture supernatant indicated that much more 
infectious SARS-CoV-2 virions were released from low-
hACE2 cells than from high-hACE2 cells (Fig. 2g, control 
antibody), despite a similar level of infected cells (meas-
ured based on the expression of the viral NSP3 protein) 
in both high-hACE2 and low-hACE2 cells (Fig.  2d). To 
determine the cause for the discrepancy in infectiv-
ity, we measured the amount of viral RNA (vRNA) in 
the supernatant by using real-time RT-PCR. vRNA lev-
els were lower in high-hACE2 cells (Fig. 2h), suggesting 
that higher hACE2 expression leads to the lower release 
of progeny virus. Our data indicated that compared with 
cell-free transmission, cell-to-cell transmission of SARS-
CoV-2 is predominant in infected high-hACE2 cells, and 
the opposite was also true in infected low-hACE2 cells.

SARS‑CoV‑2 transmits through intercellular extensions
It has been demonstrated that cells can internalize 
extracellular vesicles through various endocytic path-
ways [20]. To investigate whether cell-to-cell transmis-
sion of SARS-CoV-2 occurs via extracellular vesicles, 
we introduced endocytosis inhibitors into the experi-
mental setup of cell-to-cell transmission. The findings 
revealed that the use of endocytosis inhibitors did not 
lead to a substantial reduction in SARS-CoV-2 cell-to-
cell transmission (Additional file  3: Fig. S3). To eluci-
date the characteristics of cell-to-cell transmission, 
we employed super-resolution microscopy to examine 
the subcellular distribution of viral components such 
as S and N proteins, as well as vRNA. The formation 
of intercellular extensions connecting virus donor 

(See figure on next page.)
Fig. 2 hACE2 expression controls the preference of SARS‑CoV‑2 infection between cell‑free and cell‑to‑cell transmission. a and b The hACE2 
expression level in each hACE2‑A549 clone was determined using Western blotting with an anti‑ACE2 antibody, and then quantified utilizing 
ImageJ software. hACE2 expression was normalized to actin expression, and the #1–1 clone was defined as 1. c–e, hACE2‑A549 clones were 
adsorbed with SARS‑CoV‑2 at an MOI of 0.01 for 1 h, and then the cells were replenished with fresh medium containing NAb or Ctrl Ab. At 24, 
48, and 72 hpi, the cells were fixed for IFA with anti‑NSP3 antibody (d), and the virus infection rate was quantified with a high‑content image 
analysis system (e). f The sizes of infected foci in NAb treatment groups at 48 hpi were measured with over 200 infected foci for each clone. g 
The supernatants at each time point were harvested for virus infectivity assay. The virus infectivity in supernatant from the #1–1 hACE2‑A549 
clone at 24 hpi was defined as 1. h vRNA in supernatant from each hACE2‑A549 clone was quantified using real‑time RT‑PCR at 24 hpi. Low: low 
hACE2 expression; High: high hACE2 expression; scale bar, 200 μm; data indicated means (f) or means with SD (n = 3) (b, e, g and h) of each group; 
*p < 0.05, **p < 0.01, ***p < 0.001, determined using two‑tailed unpaired Student’s t test
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Fig. 2 (See legend on previous page.)
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and recipient cells was noted in our coculture system 
(Fig. 3a–c). Some of the extensions were elongated with 
a length of up to 100  µm (data not shown), and the 
morphology was similar to that of tunneling nanotubes 
[21, 22], which has been reported to be involved in cell-
to-cell transmission of SARS-CoV-2 [6]. Furthermore, 

S proteins (Fig.  3a), N proteins (Fig.  3b), and vRNA 
(Fig.  3c) were observed in intercellular extensions. 
vRNA signals in the body of recipient cells were close 
to the vRNA-containing intercellular extension (Fig. 3c, 
arrow), suggesting that the virus was transported from 
the donor cells through intercellular extension to the 

Fig. 3 SARS‑CoV‑2 is transmitted among cells through intercellular extensions. a–c The super‑resolution immunofluorescence images of cell‑to‑cell 
transmission assay at 24 h after coculture. S proteins (a) and N proteins (b) were stained with antibodies. vRNA (c) was detected using a vRNA 
probe. D: virus donor cells (SARS‑CoV‑2‑infected hACE2‑A549 cells); R: hACE2‑RFP‑A549 cells; arrow: vRNA in recipient cells (c); scale bar, 10 μm. d 
Cells were treated with cytoskeleton inhibitors during cell‑to‑cell transmission assay. The infection of R cells was analyzed using IFA with anti‑NSP3 
antibody and quantified with a high‑content image analysis system. Solvent control groups were defined as 100%; the data indicated means 
with SD (n = 3) of each group; *p < 0.05, **p < 0.01, ***p < 0.001, determined using two‑tailed unpaired Student’s t test
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recipient cells. Thus, SARS-CoV-2 can be transmitted 
directly through intercellular extensions.

To verify the importance of intercellular extensions in 
the cell-to-cell transmission of SARS-CoV-2, we treated 
the coculture system with cytochalasin D and nocodazole 
for disrupting F-actin and microtubule assembly, which 
are involved in the formation of intercellular extensions 
and in cargo transportation, respectively [23]. This treat-
ment significantly reduced cell-to-cell transmission in a 
nearly dose-dependent manner (Fig. 3d). Thus, our data 
suggest that SARS-CoV-2 infection spreads directly to 
neighboring cells through intercellular extensions.

SARS‑CoV‑2 virions are packaged in hACE2‑containing 
vesicles for intercellular transportation
To understand how the viral-entry receptor hACE2 
affects SARS-CoV-2 transmission, we monitored the 
intracellular distribution of hACE2 proteins in infected 
cells through super-resolution immunofluorescence 
imaging and TEM. In mock-infected cells, hACE2 pro-
teins were mainly located on the cell surface (Fig.  4a), 
whereas they were noted around intracellular vesicles 
and colocalized with viral S proteins in SARS-CoV-2-in-
fected cells at 24 hpi (Fig. 4b). Thus, during SARS-CoV-2 
replication, hACE2 proteins were likely redistributed to 
intracellular vesicles.

To investigate the ultrastructure of hACE2/S-protein-
positive vesicles, we used a CLEM approach [24], which 
enables the acquisition of both immunofluorescence 
images and TEM micrographs from the same sample. 
The hACE2/S-protein-positive vesicles appeared to be 
single-membrane vesicles (SMVs) (Fig. 4c, arrowhead in 
TEM image) and contained virus-like structures (VLSs) 
(Fig.  4c, arrow) with a diameter of 80–100  nm, the size 
of which was similar to the size of SARS-CoV-2 [25, 26]. 
Notably, these SMVs differed from the double-membrane 
compartments responsible for SARS-CoV-2 replication 
[27], suggesting that these are post-replication vesicles. 
Furthermore, the VLSs appeared to accumulate near the 
inner surface of the SMV (Fig. 4c), which was similar to 
the localization of S protein signals in the super-resolu-
tion immunofluorescence images (Fig. 4b). Thus, we sus-
pect that these VLSs were SARS-CoV-2 virions produced 
after virus replication.

To determine whether SARS-CoV-2 was transported 
through intercellular extensions, we examined the 
super-resolution immunofluorescence images and sev-
eral CLEM micrographs (Fig. 5). The hACE2/S-protein-
positive vesicles were transported along intercellular 
extensions (Fig.  5a and b), and VLSs were accumulated 
inside these vesicles (Fig.  5c). These data confirm our 
finding that the cell-to-cell transmission of SARS-CoV-2 
occurs through intercellular extensions and suggest that 

the hACE2-containing vesicles are likely the vehicles of 
virus transmission. Overall, our study demonstrated that 
increased hACE2 expression may cause switching from 
cell-free transmission to cell-to-cell transmission for 
SARS-CoV-2 infection, and that hACE2 also plays a role 
in virus transportation through intercellular extensions.

Discussion
Our results demonstrated that hACE2 is a molecular 
switch for the mode of SARS-CoV-2 transmission. We 
propose a model of hACE2-regulated SARS-CoV-2 trans-
mission, in which hACE2 serves as a molecular switch 
that controls the balance between cell-free and cell-to-
cell transmission (Fig.  6). In hACE2 limited cells, the 
balance tilts toward cell-free transmission, with SARS-
CoV-2 infected cells releasing numerous virions, ben-
efiting long-distance viral spread. In hACE2 abundant 
cells, the balance tilts toward cell-to-cell transmission, 
with SARS-CoV-2 spreading to neighboring cells likely 
through hACE2-containing vesicles and intercellular 
extensions, thus evading humoral immunity.

It is perplexing how the hACE2-limited environment 
in the lung facilitates high SARS-CoV-2 transmissibility. 
Between 44 and 69% of SARS-CoV-2 infections are esti-
mated to be transmitted from presymptomatic donors 
[28, 29], creating major challenges for disease preven-
tion and control. Our finding that SARS-CoV-2 shedding 
is negatively regulated by hACE2 expression supports 
the notion of high-level viral shedding in early stages 
of COVID-19 [28, 30]; this massive release of virions in 
the low-hACE2 environment in the lung may facilitate 
interhost transmission. Additionally, the early peak of 
SARS-CoV-2 shedding preceding the induction of anti-
body-mediated immune responses [28, 30, 31] could fur-
ther increase the likelihood of virus spread.

Similar phenomena of decreased viral shedding in an 
environment with high levels of viral receptors have been 
reported for other viruses. For instance, sialic acids, the 
receptors for influenza virus, capture budding progeny 
virions on the cell surface and inhibit their release while 
viral neuraminidase is inactivated [32]. The suppression 
of viral shedding by neuraminidase inhibitors remains 
the primary therapeutic strategy against flu [33], empha-
sizing the importance of receptor–virus interactions in 
viral shedding and pathogenesis. In the present study, 
we observed that many SARS-CoV-2 particles accumu-
lated in hACE2-containing SMVs. This virion accumula-
tion may be due to the abundant hACE2 proteins on the 
inner surface of SMVs, which retain the virions through 
a mechanism similar to the sialic acid–influenza virus 
interaction. These hACE2-containing vesicles likely 
transport progeny SARS-CoV-2 particles for cell-to-cell 
transmission through intercellular extensions. Notably, 
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our observation that SARS-CoV-2 particles were inside 
the intercellular extensions making them more likely to 
evade NAb attacks, compared with the virions observed 
on (outside) intercellular extensions in previous stud-
ies [6, 7]. However, whether the SARS-CoV-2 accumu-
lation in hACE2-containing vesicles is the cause or the 

consequence of the switch to cell-to-cell transmission 
requires further study.

We also demonstrated that increased hACE2 expres-
sion promotes the cell-to-cell transmission of SARS-
CoV-2. ACE2 is an ISG that is upregulated following 
viral infection in humans after the induction of innate 

Fig. 4 Progenies of SARS‑CoV‑2 are packaged in hACE2‑containing vesicles. Super‑resolution immunofluorescence images of mock control (a) 
and SARS‑CoV‑2‑infected hACE2‑A549 cells (MOI = 0.2, 24 hpi, b). Scale bar, 20 μm (a and b). c CLEM image from SARS‑CoV‑2‑infected hACE2‑A549 
cells (MOI = 0.2, 24 hpi), which combined the immunofluorescence images and TEM images from the same sample. Arrowhead, single membrane; 
arrow, VLSs; scale bar, 500 nm
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Fig. 5 SARS‑CoV‑2 particles are transported by hACE2‑containing vesicles through cellular extensions. a Super‑resolution immunofluorescence 
images from SARS‑CoV‑2‑infected hACE2‑A549 cells (MOI = 0.2, 24 hpi). Scale bar, 20 μm. b, c CLEM images from SARS‑CoV‑2‑infected hACE2‑A549 
cells (MOI = 0.2, 24 hpi). c The magnified images from the white dotted frame in b. Arrow, VLSs; scale bar, 50 μm (b) and 500 nm (c)
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immunity and then adaptive immunity. Thus, it is ben-
eficial for viral spread in cases where SARS-CoV-2 infec-
tion can switch from cell-free transmission to cell-to-cell 
transmission to avoid attacks from NAb. Additionally, 
SARS-CoV-2 may be capable of infecting neurons 
through cell-to-cell transmission [6], thus potentially 
contributing to the neurological symptoms associated 
with COVID-19, including long COVID-19 [34]. How-
ever, the exact mechanisms of neuronal infection and the 
long-term consequences of SARS-CoV-2 infection for 
neurons remain unclear.

Conclusions
Our study demonstrated that hACE2 not only functions 
as the receptor for SARS-CoV-2, enabling viral entry, but 
also serves as a molecular switch that controls the mode 
of SARS-CoV-2 transmission. Cell-free transmission and 
cell-to-cell transmission have different advantages and 
disadvantages. Their dynamic regulation through hACE2 
allows SARS-CoV-2 to maximize its transmission fit-
ness and adapt to different stages of COVID-19 progres-
sion in an individual. Furthermore, it is worth noting 
that neutralizing antibodies can only impede cell-free 
transmission, while our study demonstrates that hACE2 
plays a role in both cell-free and cell-to-cell transmis-
sion. Therefore, the use of ACE2 inhibitor in combina-
tion with other antivirals may enhance the treatment’s 
efficacy by halting SARS-CoV-2 transmission. Our study 
provides new insights into the COVID-19 pandemic in 
terms of the infectivity and spread of SARS-CoV-2, and 

the study results can guide the development of new anti-
viral measures.
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infected R cells; Scale bar = 50 μm; Ctrl groups were defined as 100%; Data 
indicated means with standard deviation (SD) (n = 3) of each group.

Additional file 2: Figure S2. hACE2 expression level of hACE2‑A549 
clones. hACE2 expression level of each hACE2‑A549 clone was analyzed 
using Western blotting with anti‑ACE2 antibody.

Additional file 3: Figure S3. The effect of endocytosis inhibitors on 
SARS‑CoV‑2 cell‑to‑cell transmission. Cells were treated with endocytosis 
inhibitor (dynasore) or clathrin‑mediated endocytosis inhibitor (piststop 2) 
during cell‑to‑cell transmission assay. The infection of R cells was analyzed 
using IFA with anti‑NSP3 antibody and quantified with a high‑content 
image analysis system. Cell viability is determined by the total cell count, 
with nuclei stained using DAPI. Cell counting was performed using a high‑
content image analysis system. Solvent control groups were defined as 
100%; the data indicated means with SD (n = 3) of each group.

Acknowledgements
We thank Taiwan CDC for providing SARS‑CoV‑2, Dr. Han‑Chung Wu for 
providing NAbs, Dr. Kuo‑I Lin for providing control hmAb, Dr. An‑Suei Yang for 
providing anti‑SARS‑CoV‑2 S protein hmAb, and Dr. Chia‑Yi Yu for providing 
hACE2‑A549 cells. We also thank the following facilities of Academia Sinica, 
Taiwan for their technical supports: Biosafety Level 3 Facility in IBMS (Grant 
AS‑CFII‑108‑102), Light Microscopy Core Facility in IBMS, Academia Sinica Core 
Facility and Innovative Instrument Project (AS‑CFII‑111‑212), Imaging Core 
Facility in the Institute of Cellular and Organismic Biology, and RNA Technol‑
ogy Platform and Gene Manipulation Core.

Author contributions
C.F.Y, I.H.W., and Y.L.L. conceptualized the work and designed the study. C.F.Y, 
C.C.L., C.S.C., R.H.C., M.H.C. performed and assisted the experiments in the 
BSL3 lab. J.J.L. developed plasmid constructs and provided technical support. 
H.W.H. performed the CLEM and image analysis. W.C.T. assisted in images 
acquisition and analysis. H.Y.K. titrated viral titer. C.F.Y, I.H.W., and Y.L.L. wrote 
the manuscript.

Funding
We thank the funding supports from Academia Sinica (AS‑CFII‑111‑217, 
AS‑IDR‑112‑07) and National Science and Technology Council, Taiwan (MOST‑
110‑2320‑B‑001‑005‑MY3, MOST‑111‑2811‑B‑001‑001, MOST 111–2320‑B‑001‑
021‑MY3, NSTC‑112‑2811‑B‑001‑049).

Availability of data and materials
All the data was included in the manuscript and additional file. All the materi‑
als and reagent sources used in this study are described in the methods 
section.

Declarations

Ethics approval and consent to participate
Convalescent plasma was collected from recovered patient with COVID‑19, 
and control plasma was obtained from a healthy donor. All plasma samples 
were collected in compliance with the guidelines of the Institutional Review 
Board of Biomedical Science Research/IRB‑BM (Academia Sinica, Taiwan, AS‑
IRB‑BM‑20006 v.2).

Consent for publication
Not applicable.

Competing interests
The authors declare that they have no competing interests.

Received: 15 May 2023   Accepted: 3 October 2023

References
 1. Sattentau Q. Avoiding the void: cell‑to‑cell spread of human viruses. Nat 

Rev Microbiol. 2008;6(11):815–26. https:// doi. org/ 10. 1038/ nrmic ro1972.
 2. Cifuentes‑Munoz N, Dutch RE, Cattaneo R. Direct cell‑to‑cell transmission 

of respiratory viruses: the fast lanes. PLoS Pathog. 2018;14(6): e1007015. 
https:// doi. org/ 10. 1371/ journ al. ppat. 10070 15.

 3. van Kampen JJA, van de Vijver D, Fraaij PLA, Haagmans BL, Lamers MM, 
Okba N, et al. Duration and key determinants of infectious virus shedding 
in hospitalized patients with coronavirus disease‑2019 (COVID‑19). Nat 
Commun. 2021;12(1):267. https:// doi. org/ 10. 1038/ s41467‑ 020‑ 20568‑4.

 4. Zeng C, Evans JP, King T, Zheng YM, Oltz EM, Whelan SPJ, et al. SARS‑
CoV‑2 spreads through cell‑to‑cell transmission. Proc Natl Acad Sci U S A. 
2022. https:// doi. org/ 10. 1073/ pnas. 21114 00119.

 5. Kruglova N, Siniavin A, Gushchin V, Mazurov D. Different neutralization 
sensitivity of SARS‑CoV‑2 cell‑to‑cell and cell‑free modes of infection to 
convalescent sera. Viruses. 2021. https:// doi. org/ 10. 3390/ v1306 1133.

 6. Pepe A, Pietropaoli S, Vos M, Barba‑Spaeth G, Zurzolo C. Tunneling 
nanotubes provide a route for SARS‑CoV‑2 spreading. Sci Adv. 
2022;8(29):eabo0171. https:// doi. org/ 10. 1126/ sciadv. abo01 71.

 7. Bouhaddou M, Memon D, Meyer B, White KM, Rezelj VV, Correa Marrero 
M, et al. The global phosphorylation landscape of SARS‑CoV‑2 infection. 
Cell. 2020;182(3):685‑712 e19. https:// doi. org/ 10. 1016/j. cell. 2020. 06. 034.

 8. 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. https:// doi. org/ 10. 1016/j. cell. 2020. 02. 052.

 9. Hikmet F, Mear L, Edvinsson A, Micke P, Uhlen M, Lindskog C. The protein 
expression profile of ACE2 in human tissues. Mol Syst Biol. 2020;16(7): 
e9610. https:// doi. org/ 10. 15252/ msb. 20209 610.

 10. 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 air‑
way epithelial cells and is detected in specific cell subsets across tissues. 
Cell. 2020;181(5):1016‑35 e19. https:// doi. org/ 10. 1016/j. cell. 2020. 04. 035.

 11. Li MY, Li L, Zhang Y, Wang XS. Expression of the SARS‑CoV‑2 cell recep‑
tor gene ACE2 in a wide variety of human tissues. Infect Dis Poverty. 
2020;9(1):45. https:// doi. org/ 10. 1186/ s40249‑ 020‑ 00662‑x.

 12. Su SC, Yang TJ, Yu PY, Liang KH, Chen WY, Yang CW, et al. Structure‑guided 
antibody cocktail for prevention and treatment of COVID‑19. PLoS Pat‑
hog. 2021;17(10): e1009704. https:// doi. org/ 10. 1371/ journ al. ppat. 10097 
04.

 13. Corman VM, Landt O, Kaiser M, Molenkamp R, Meijer A, Chu DK, et al. 
Detection of 2019 novel coronavirus (2019‑nCoV) by real‑time RT‑PCR. 
Euro Surveill. 2019. https:// doi. org/ 10. 2807/ 1560‑ 7917. ES. 2020. 25.3. 20000 
45.

 14. Yang CF, Gopula B, Liang JJ, Li JK, Chen SY, Lee YL, et al. Novel AR‑12 deriv‑
atives, P12–23 and P12–34, inhibit flavivirus replication by blocking host 
de novo pyrimidine biosynthesis. Emerg Microbes Infect. 2018;7(1):187. 
https:// doi. org/ 10. 1038/ s41426‑ 018‑ 0191‑1.

 15. Scipioni L, Lanzano L, Diaspro A, Gratton E. Comprehensive correlation 
analysis for super‑resolution dynamic fingerprinting of cellular compart‑
ments using the Zeiss Airyscan detector. Nat Commun. 2018;9(1):5120. 
https:// doi. org/ 10. 1038/ s41467‑ 018‑ 07513‑2.

 16. Daniloski Z, Jordan TX, Wessels HH, Hoagland DA, Kasela S, Legut M, et al. 
Identification of required host factors for SARS‑CoV‑2 infection in human 
cells. Cell. 2021;184(1):92‑105 e16. https:// doi. org/ 10. 1016/j. cell. 2020. 10. 
030.

 17. Drayman N, DeMarco JK, Jones KA, Azizi SA, Froggatt HM, Tan K, et al. 
Masitinib is a broad coronavirus 3CL inhibitor that blocks replication of 
SARS‑CoV‑2. Science. 2021;373(6557):931–6. https:// doi. org/ 10. 1126/ 
scien ce. abg58 27.

 18. Li Y, Renner DM, Comar CE, Whelan JN, Reyes HM, Cardenas‑Diaz FL, et al. 
SARS‑CoV‑2 induces double‑stranded RNA‑mediated innate immune 
responses in respiratory epithelial‑derived cells and cardiomyocytes. Proc 
Natl Acad Sci U S A. 2021. https:// doi. org/ 10. 1073/ pnas. 20226 43118.

 19. Schneider WM, Luna JM, Hoffmann HH, Sanchez‑Rivera FJ, Leal AA, 
Ashbrook AW, et al. Genome‑scale identification of SARS‑CoV‑2 and pan‑
coronavirus host factor networks. Cell. 2021;184(1):120‑32 e14. https:// 
doi. org/ 10. 1016/j. cell. 2020. 12. 006.

 20. Mulcahy LA, Pink RC, Carter DR. Routes and mechanisms of extracellular 
vesicle uptake. J Extracell Vesicles. 2014. https:// doi. org/ 10. 3402/ jev. v3. 
24641.

https://doi.org/10.1038/nrmicro1972
https://doi.org/10.1371/journal.ppat.1007015
https://doi.org/10.1038/s41467-020-20568-4
https://doi.org/10.1073/pnas.2111400119
https://doi.org/10.3390/v13061133
https://doi.org/10.1126/sciadv.abo0171
https://doi.org/10.1016/j.cell.2020.06.034
https://doi.org/10.1016/j.cell.2020.02.052
https://doi.org/10.15252/msb.20209610
https://doi.org/10.1016/j.cell.2020.04.035
https://doi.org/10.1186/s40249-020-00662-x
https://doi.org/10.1371/journal.ppat.1009704
https://doi.org/10.1371/journal.ppat.1009704
https://doi.org/10.2807/1560-7917.ES.2020.25.3.2000045
https://doi.org/10.2807/1560-7917.ES.2020.25.3.2000045
https://doi.org/10.1038/s41426-018-0191-1
https://doi.org/10.1038/s41467-018-07513-2
https://doi.org/10.1016/j.cell.2020.10.030
https://doi.org/10.1016/j.cell.2020.10.030
https://doi.org/10.1126/science.abg5827
https://doi.org/10.1126/science.abg5827
https://doi.org/10.1073/pnas.2022643118
https://doi.org/10.1016/j.cell.2020.12.006
https://doi.org/10.1016/j.cell.2020.12.006
https://doi.org/10.3402/jev.v3.24641
https://doi.org/10.3402/jev.v3.24641


Page 13 of 13Yang et al. Journal of Biomedical Science           (2023) 30:87  

•
 
fast, convenient online submission

 •
  

thorough peer review by experienced researchers in your field

• 
 
rapid publication on acceptance

• 
 
support for research data, including large and complex data types

•
  

gold Open Access which fosters wider collaboration and increased citations 

 
maximum visibility for your research: over 100M website views per year •

  At BMC, research is always in progress.

Learn more biomedcentral.com/submissions

Ready to submit your researchReady to submit your research  ?  Choose BMC and benefit from: ?  Choose BMC and benefit from: 

 21. Sowinski S, Jolly C, Berninghausen O, Purbhoo MA, Chauveau A, Kohler 
K, et al. Membrane nanotubes physically connect T cells over long 
distances presenting a novel route for HIV‑1 transmission. Nat Cell Biol. 
2008;10(2):211–9. https:// doi. org/ 10. 1038/ ncb16 82.

 22. Kumar A, Kim JH, Ranjan P, Metcalfe MG, Cao W, Mishina M, et al. Influenza 
virus exploits tunneling nanotubes for cell‑to‑cell spread. Sci Rep. 
2017;7:40360. https:// doi. org/ 10. 1038/ srep4 0360.

 23. Hohmann T, Dehghani F. The cytoskeleton‑A complex interacting mesh‑
work. Cells. 2019. https:// doi. org/ 10. 3390/ cells 80403 62.

 24. Bykov YS, Cortese M, Briggs JA, Bartenschlager R. Correlative light and 
electron microscopy methods for the study of virus‑cell interactions. FEBS 
Lett. 2016;590(13):1877–95. https:// doi. org/ 10. 1002/ 1873‑ 3468. 12153.

 25. Yao H, Song Y, Chen Y, Wu N, Xu J, Sun C, et al. Molecular architecture 
of the SARS‑CoV‑2 virus. Cell. 2020;183(3):730‑8 e13. https:// doi. org/ 10. 
1016/j. cell. 2020. 09. 018.

 26. Pinto AL, Rai RK, Brown JC, Griffin P, Edgar JR, Shah A, et al. Ultrastruc‑
tural insight into SARS‑CoV‑2 entry and budding in human airway 
epithelium. Nat Commun. 2022;13(1):1609. https:// doi. org/ 10. 1038/ 
s41467‑ 022‑ 29255‑y.

 27. Mendonca L, Howe A, Gilchrist JB, Sheng Y, Sun D, Knight ML, et al. 
Correlative multi‑scale cryo‑imaging unveils SARS‑CoV‑2 assembly 
and egress. Nat Commun. 2021;12(1):4629. https:// doi. org/ 10. 1038/ 
s41467‑ 021‑ 24887‑y.

 28. He X, Lau EHY, Wu P, Deng X, Wang J, Hao X, et al. Temporal dynamics in 
viral shedding and transmissibility of COVID‑19. Nat Med. 2020;26(5):672–
5. https:// doi. org/ 10. 1038/ s41591‑ 020‑ 0869‑5.

 29. Casey‑Bryars M, Griffin J, McAloon C, Byrne A, Madden J, Mc Evoy D, 
et al. Presymptomatic transmission of SARS‑CoV‑2 infection: a secondary 
analysis using published data. BMJ Open. 2021;11(6): e041240. https:// 
doi. org/ 10. 1136/ bmjop en‑ 2020‑ 041240.

 30. Cevik M, Tate M, Lloyd O, Maraolo AE, Schafers J, Ho A. SARS‑CoV‑2, SARS‑
CoV, and MERS‑CoV viral load dynamics, duration of viral shedding, and 
infectiousness: a systematic review and meta‑analysis. Lancet Microbe. 
2021;2(1):e13–22. https:// doi. org/ 10. 1016/ S2666‑ 5247(20) 30172‑5.

 31. Lau EHY, Tsang OTY, Hui DSC, Kwan MYW, Chan WH, Chiu SS, et al. 
Neutralizing antibody titres in SARS‑CoV‑2 infections. Nat Commun. 
2021;12(1):63. https:// doi. org/ 10. 1038/ s41467‑ 020‑ 20247‑4.

 32. Gubareva LV, Kaiser L, Hayden FG. Influenza virus neuraminidase inhibi‑
tors. Lancet. 2000;355(9206):827–35. https:// doi. org/ 10. 1016/ S0140‑ 
6736(99) 11433‑8.

 33. Swierczynska M, Mirowska‑Guzel DM, Pindelska E. Antiviral drugs in 
influenza. Int J Environ Res Public Health. 2022. https:// doi. org/ 10. 3390/ 
ijerp h1905 3018.

 34. Mehandru S, Merad M. Pathological sequelae of long‑haul COVID. 
Nat Immunol. 2022;23(2):194–202. https:// doi. org/ 10. 1038/ 
s41590‑ 021‑ 01104‑y.

Publisher’s Note
Springer Nature remains neutral with regard to jurisdictional claims in pub‑
lished maps and institutional affiliations.

https://doi.org/10.1038/ncb1682
https://doi.org/10.1038/srep40360
https://doi.org/10.3390/cells8040362
https://doi.org/10.1002/1873-3468.12153
https://doi.org/10.1016/j.cell.2020.09.018
https://doi.org/10.1016/j.cell.2020.09.018
https://doi.org/10.1038/s41467-022-29255-y
https://doi.org/10.1038/s41467-022-29255-y
https://doi.org/10.1038/s41467-021-24887-y
https://doi.org/10.1038/s41467-021-24887-y
https://doi.org/10.1038/s41591-020-0869-5
https://doi.org/10.1136/bmjopen-2020-041240
https://doi.org/10.1136/bmjopen-2020-041240
https://doi.org/10.1016/S2666-5247(20)30172-5
https://doi.org/10.1038/s41467-020-20247-4
https://doi.org/10.1016/S0140-6736(99)11433-8
https://doi.org/10.1016/S0140-6736(99)11433-8
https://doi.org/10.3390/ijerph19053018
https://doi.org/10.3390/ijerph19053018
https://doi.org/10.1038/s41590-021-01104-y
https://doi.org/10.1038/s41590-021-01104-y

	Human ACE2 protein is a molecular switch controlling the mode of SARS-CoV-2 transmission
	Abstract 
	Background 
	Methods 
	Results 
	Conclusions 

	Introduction
	Methods
	Cells, viruses, and chemicals
	Virus transmission assays
	Immunofluorescence assay (IFA) and fluorescence staining
	Correlative light and electron microscopy (CLEM)
	Statistical analysis

	Results
	Cell-free and cell-to-cell transmission of SARS-CoV-2 in human lung cells
	hACE2 expression levels regulate SARS-CoV-2 transmission
	SARS-CoV-2 transmits through intercellular extensions
	SARS-CoV-2 virions are packaged in hACE2-containing vesicles for intercellular transportation

	Discussion
	Conclusions
	Anchor 21
	Acknowledgements
	References


