
Cell Physiol Biochem 2022;56:254-269
DOI: 10.33594/000000531
Published online: 7 June 2022 254

Cellular Physiology 
and Biochemistry

Cellular Physiology 
and Biochemistry

© 2022 The Author(s). Published by 
Cell Physiol Biochem Press GmbH&Co. KG

Hernandez-Clavijo et al.: Human Olfactory Epithelium

Original Paper

Accepted: 25 May 2022

This article is licensed under the Creative Commons Attribution-NonCommercial-NoDerivatives 4.0 Interna-
tional License (CC BY-NC-ND). Usage and distribution for commercial purposes as well as any distribution of 
modified material requires written permission.

DOI: 10.33594/000000531
Published online: 7 June 2022

© 2022 The Author(s)
Published by Cell Physiol Biochem 
Press GmbH&Co. KG, Duesseldorf
www.cellphysiolbiochem.com

Supporting Cells of the Human Olfactory 
Epithelium Co-Express the Lipid 
Scramblase TMEM16F and ACE2 and May 
Cause Smell Loss by SARS-CoV-2 Spike-
Induced Syncytia
Andres Hernandez-Clavijoa    Kevin Y. Gonzalez-Velandiaa    Uday Rangaswamya    
Giorgia Guarneria    Paolo Boscolo-Rizzob    Margherita Tofanellib    
Nicoletta Gardenalb    Remo Sangesa    Michele Dibattistac    Giancarlo Tirellib    
Anna Meninia

aNeuroscience Area, SISSA, Scuola Internazionale Superiore di Studi Avanzati, Trieste, Italy, bDepartment 
of Medical, Surgical and Health Sciences, Section of Otolaryngology, University of Trieste, Trieste, Italy, 
cDepartment of Basic Medical Sciences, Neuroscience and Sensory Organs, University of Bari A. Moro, 
Bari, Italy

Key Words
Sustentacular cells • ANO6 • Human olfaction • Scramblase

Abstract
Background/Aims: Quantitative and qualitative alterations in the sense of smell are well 
established symptoms of COVID-19. Some reports have shown that non-neuronal supporting 
(also named sustentacular) cells of the human olfactory epithelium co-express ACE2 and 
TMPRSS2 necessary for SARS-CoV-2 infection. In COVID-19, syncytia were found in many 
tissues but were not investigated in the olfactory epithelium. Some studies have shown that 
syncytia in some tissues are formed when SARS-CoV-2 Spike expressed at the surface of an 
infected cell binds to ACE2 on another cell, followed by activation of the scramblase TMEM16F 
(also named ANO6) which exposes phosphatidylserine to the external side of the membrane. 
Furthermore, niclosamide, an approved antihelminthic drug, inhibits Spike-induced syncytia 
by blocking TMEM16F activity. The aim of this study was to investigate if proteins involved 
in Spike-induced syncytia formation, i.e., ACE2 and TMEM16F, are expressed in the human 
olfactory epithelium. Methods: We analysed a publicly available single-cell RNA-seq dataset 
from human nasal epithelium and performed immunohistochemistry in human nasal tissues 
from biopsies. Results: We found that ACE2 and TMEM16F are co-expressed both at RNA 
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and protein levels in non-neuronal supporting cells of the human olfactory epithelium. 
Conclusion: Our results provide the first evidence that TMEM16F is expressed in human 
olfactory supporting cells and indicate that syncytia formation, that could be blocked by 
niclosamide, is one of the pathogenic mechanisms worth investigating in COVID-19 smell loss.

Introduction

The toll of the coronavirus disease 2019 (COVID-19) has been very high over the past 
two years. Since the beginning of the pandemic, various efforts have been made to identify 
the most common symptoms and among these the loss of chemosensory abilities has been 
identified as a predominant and frequently long-lasting symptom of this disease [1–6]. 
Although impairment in the sense of smell is common to other infectious respiratory diseases 
[7, 8], it was surprising and unprecedented that both its onset and evolution were unrelated 
to other flu-like symptoms (or sometimes to any other symptom, as often smell loss was the 
only symptom) including nasal obstruction [5, 9]. Indeed, an alteration in the sense of smell 
is used as part of routine screening for COVID-19 [10, 11].

COVID-19 disease is caused by the severe acute respiratory syndrome coronavirus 
strain 2 (SARS-CoV-2), a positive-sense single strand RNA virus. The genome is composed of 
about 30 Kbp RNA and encodes for sixteen non-structural proteins, four structural proteins 
and eight accessory proteins [12]. Coronaviruses take their name from their electron 
micrographs showing several petal-shaped projections, called Spikes, that are reminiscent 
of the solar corona [13]. Spikes are glycoproteins protruding from the viral envelop and bind 
to their canonical human receptor Angiotensin Converting Enzyme 2 (ACE2) [14, 15]. The 
fast pace of the research on the pathogenic mechanism of action of SARS-CoV-2 has given 
several clues on what happens when the virus enters in contact with host cells. The binding 
of the Spike protein with ACE2 determines virus-cell adhesion thus unleashing its fusion 
machinery to infiltrate the cell [16, 17]. The Spike protein contains consensus sequences 
that could be further modified by host proteases furin and TMPRSS2. The furin is important 
to cleave the spike protein priming it for cell entry, then TMPRSS2 facilitates it by allowing a 
non-endosomal early entry of the virus [14, 18, 19].

It has been recently discovered that the SARS-CoV-2 Spike protein can cause fusion 
between cells and syncytia formation [17, 20–27] and that a mutation in its receptor binding 
site impaired cell-to-cell fusion and syncytia formation [28]. For example, multinucleated 
pneumocytes were found in the lung of patients deceased for COVID-19 [20, 29, 30]. 
Recently, the TMEM16F protein, also named ANO6, has been shown to be involved in syncytia 
formation. TMEM16F is a calcium-activated scramblase and ion channel [31–34] that is 
responsible for exposing phosphatidylserine from the cytofacial to the exofacial leaflet of 
the plasma membrane and can therefore act as signalling molecule for cell-to-cell fusion [25, 
30, 35, 36]. In addition, the same mechanism has been proposed to enhance platelet pro-
coagulant activity [22].

As the molecular mechanisms underlying the olfactory dysfunction in COVID-19 are 
still largely unknown, we asked whether SARS-CoV-2 Spike protein could trigger syncytia 
formation in the human olfactory epithelium. The olfactory epithelium is a pseudo-
stratified epithelium consisting of different cell types (Fig. 1A) [37–39]. The functional units 
expressing odorant receptors are the bipolar olfactory sensory neurons which bear several 
apical cilia protruding in the nasal cavity and contain the molecular components for odorant 
transduction. These neurons are surrounded, basically enwrapped by supporting cells, also 
named sustentacular cells, a columnar-like type of cells. Stem cells (horizontal and globose 
basal cells) are located at the base of the olfactory epithelium [39–41]. These basal cells are 
pluripotent and replace both supporting cells and olfactory sensory neurons constituting a 
neurogenic niche able to regenerate the human olfactory epithelium [42]. Previous work has 
shown that supporting cells and basal cells, but not olfactory sensory neurons, express both 
ACE2 and TMPRSS2 that allow SARS-CoV-2 entry into these cells [43–45].

© 2022 The Author(s). Published by 
Cell Physiol Biochem Press GmbH&Co. KG
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To investigate if ACE2 and TMEM16F, the molecular components necessary for 
syncytia formation, are co-expressed in cells of the olfactory epithelium, we analysed a 
single-cell RNA-seq (scRNA-seq) dataset from human nasal epithelium [42] and performed 
immunohistochemistry in human nasal tissues from biopsies. We found that ACE2 and 
TMEM16F are co-expressed both at RNA and protein levels in non-neuronal supporting 
cells. We propose that one of the pathogenic mechanisms behind smell loss could be syncytia 
formation of supporting cells initiated by Spike binding to ACE2 and mediated by TMEM16F.

Materials and Methods

Single-cell RNA sequencing data analysis
The single-cell RNA-seq dataset was downloaded from NCBI GEO: GSE139522 and was related to the 

study by Durante et al. [42]. The dataset consists of single cell 3’ RNAseq of the olfactory epithelium from 
2 individuals and respiratory epithelium from other 2 individuals. Individuals involved in this study were 
aged between 41 and 52 years. Tissue for sequencing was obtained while undergoing transnasal endoscopic 
surgery. 10X Genomics Chromium platform and Illumina Nextseq 500 technology was used for sequencing. 
The data was analysed in R version 4.1.2 using the Seurat R package version 4.1.0 [46–48], a widely used 
toolkit for quality control, analysis and exploration of single cell RNA sequencing data. The procedures 
described in Durante et al. [42] with minimal modifications were used for analysing this dataset.

The raw gene-barcode matrix of all 4 patients were loaded into R using Read10X() function of 
Seurat. A Seurat object was created for each individual data using the CreateSeuratObject() function. 
PercentageFeatureSet() function was used to calculate the percentage of mitochondrial gene counts for each 
Seurat object. Cells that had UMI > 400, between 100-8000 expressed genes and mitochondrial content less 
than 10% were defined as high-quality cells and considered for downstream analysis. This filtering resulted 
in a total of 29628 cells across all 4 Seurat objects.

The filtered Seurat objects were merged using the merge() function provided by the Seurat package. 
Each individual data was separated using the SplitObject() function. The raw UMI count of the genes within 
each cell was normalized by the total number of UMI counts per cell, scaled to 104 and natural log transformed 
using the NormalizeData() function for each dataset. The top 5000 variable genes were identified for each 
dataset using FindVariableFeatures() function, with variance stabilizing transformation (vst) as the selection 
method. This was followed by identifying the anchor genes using the FindIntegrationAnchors() function 
with default parameters. It returned the top 5000 variable genes shared across the 4 datasets. The datasets 
were integrated into a single Seurat object using the IntegrateData() function with default parameters.

The integrated data was scaled and reduced to 30 principal components (PCs) using the ScaleData() 
and RunPCA() function of Seurat. These PCs were passed as input to the RunUMAP() function. Clustering was 
done using FindNeighbors() and FindClusters() functions using the 30 PCs and a resolution parameter of 0.5 
which resulted in 27 Louvain clusters. The clustering results were visualized in a two-dimensional UMAP 
representation produced using the DimPlot() function. The clusters were annotated based on the expression 
of the canonical marker genes for different cell types as mentioned in Durante et al. The AddModuleScore() 
and FeaturePlot() functions were used to visualize the expression of the canonical marker genes to annotate 
the clusters. Multiple clusters were annotated as one cell type when the expression of the marker genes 
for that cell type was highly expressed in multiple clusters. When the expression of marker genes for more 
than one cell type was found to be highly expressed in a single cluster, that cluster was annotated to contain 
multiple cell types. By doing so, 27 clusters were further reduced to 21 clusters. The following cell type 
pairs were identified within the same cluster: olfactory and respiratory HBCs (cluster 0), fibroblasts and 
stromal cells (cluster 1), macrophages and dendritic cells (cluster 11), mature and immature neurons 
(cluster 15). On the contrary, the following cell types were identified in more than one cluster: supporting 
cells (also named sustentacular cells cluster 3 and 10), pericytes (cluster 4 and 6), bowman’s glands (cluster 
12, 16 and 17), plasma cells (cluster 13 and 19) and olfactory HBCs/respiratory HBCs (cluster 0 and 26). 
The number of cells present in each cluster and cell type is contained in Supplementary Table 1 and 2. 
Supplementary Fig. S1 shows the co-expression of TMEM16F, ACE2 and TMPRSS2 in the various cell types 
(for all supplementary material see www.cellphysiolbiochem.com).
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Human nasal tissue
Samples from human nasal tissue were obtained at the Section of Otolaryngology of the Department of 

Medical, Surgical and Health Sciences, University of Trieste, Trieste, Italy, with the written informed consent 
of each patient for participation in this study, which was approved by the Ethics Committee on Clinical 
Investigation of the University of Trieste (nr 232/2016 and 110/2021).

Biopsies and nasal brushing were performed in the operating room from patients under general 
anaesthesia at the end of the scheduled endoscopic sinonasal surgery. Two-three biopsy specimens were 
obtained from one nostril from the superior septum within the olfactory cleft and adjacent to the middle 
turbinate using a sickle knife and Blakesley forceps or cupped forceps. Samples were obtained from 
8 patients (6 males and 2 females, age between 24 and 75 years). Both olfactory and respiratory epithelium 
were found in 2 biopsies, only olfactory epithelium in 2 biopsies, and only respiratory epithelium in 
4 biopsies. Once collected, specimens were immediately fixed in paraformaldehyde (PFA) at 4% in PBS pH 
7.4 for 4 to 10 hours at 4 °C. After fixation, the tissue was kept in PBS pH 7.4 at 4 °C, typically from 2 to 24 
hours. Nasal brushings were performed with FLOQSwabs® (COPAN, Italy) swab sampling brush consisting 
of a molded plastic shaft and a tip coated with perpendicular short Nylon® fibers. The swab was gently 
moved back and forward and rotated in the olfactory cleft of the nostril opposite the one where the biopsy 
was taken. After nasal brushing, the swab tip was immersed in PFA at 4% in PBS pH 7.4 for 2 hours for cell 
fixation and then was kept in PBS pH 7.4 at 4 °C, typically from 2 to 24 hours. Although nasal brushings were 
taken from the olfactory cleft, we could not observe cells from the olfactory epithelium but only cells from 
the respiratory epithelium.

Immunohistochemistry and Immunocytochemistry
For cryoprotection of biopsies, the tissue was equilibrated overnight in 30% (w/v) sucrose in PBS at 

4 °C. Then, the tissue was embedded in cryostat embedding medium (BioOptica) and immediately frozen at 
−80 °C. 16 μm sections were cut on a cryostat and mounted on Superfrost Plus Adhesion Microscope Slides 
(ThermoFisher Scientific). Sections were air-dried for 3 hours and used the same day or stored at -20 °C for 
later use. Cryostat embedding medium was removed from the tissue by incubating the slices in PBS for 15 
minutes. The tissue was treated for 15 minutes with 0.5 % (w/v) sodium dodecyl sulfate (SDS) in PBS for 
antigen retrieval, then washed and incubated in blocking solution (5% normal donkey serum, 0.2% Triton 
X-100 in PBS) for 90 minutes and finally incubated overnight at 4 °C with the primary antibodies diluted in 
blocking solution. In the following day, the unbound primary antibodies were removed with PBS washes, 
then sections were incubated with Alexa Fluor conjugated secondary antibodies (1:500 dilution) in TPBS 
(0.2% Tween 20 in PBS) for 2 hours at room temperature, washed and mounted with Vectashield (Vector 
Laboratories) or FluoromontG (ThermoFisher). DAPI (5 mg/ml) was added to the solution containing 
secondary antibody to stain the nuclei. For nasal brushings, the tip of the swab was transferred into a 
2 ml tube and treated for 10 minutes with 0.5 % (w/v) SDS in PBS for antigen retrieval, then the same 
procedure used for tissue slices was followed until washout of the secondary antibody. Cells were then 
detached from the swab by gentle agitation and by passing the swab through a 200 µl micropipette tip with 
the extreme end removed as in Scudieri et al. (2020) [49]. Cells were collected and plated in a µ-Slide 8 
Well Grid-500 (Ibidi, Germany) and observed under confocal microscopy Nikon A1R (Nikon, Japan). During 
immunocytochemical analysis from nasal brushings, we observed several respiratory cells but we did not 
detect any olfactory sensory neuron.

The following primary antibodies (dilution; catalogue number, company) were used: polyclonal 
goat anti-OMP (1:1000; 019-22291, Wako), monoclonal mouse anti-β Tubulin III (TUJ1) (1:200; 801202, 
BioLegend), monoclonal mouse anti-β Tubulin IV (BT4) (1:1000; T7941, Sigma), polyclonal rabbit anti-
ERMN (1:200; NBP1-84802, Novus), polyclonal rabbit anti-KERATIN 5 (K5) (1:200; 905501, BioLegend), 
polyclonal goat anti-ACE2 (1:200; PA5-47488, Invitrogen), polyclonal rabbit anti-ACE2 (1:200; ab15348, 
Abcam), polyclonal rabbit anti-TMEM16F (1:200; provided by Lily Jan University of California, San 
Francisco, CA, USA; [50]).The following secondary antibodies were used: donkey anti-rabbit Alexa Fluor 
Plus 594 (1:500; A32754, Life Technologies), donkey anti-rabbit Alexa Fluor 488 (1:500; A21206, Life 
Technologies), donkey anti-goat Alexa Fluor 488 Plus (1:500; A32814, Life Technologies), donkey anti-
mouse Alexa Fluor 594 (1:500, A-21203, Life Technologies), donkey anti-mouse Alexa Fluor 488 (1:500, 
A32766, Life Technologies). Control experiments, excluding primary antibodies, were performed for each 
immunolocalization and shown in Supplementary Figure S2.
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Immunostaining for human tissue was performed on all olfactory and respiratory epithelia available 
to confirm findings. We performed at least 2 independent human tissue replicates for each antibody tested. 
All attempts at replication were successful.

Image acquisition
Z-stack images were acquired using NIS-Elements Nikon software at 1024 ×1024 pixels resolution of 

each single image and analyzed with ImageJ software (National Institute of Health, USA). Max projections of 
Z-stacks or individual images within the stacks were used to display results. Figure assembly was performed 
on ImageJ (National Institutes of Health) using ScientiFig plugin [51]. No image modification was performed 
other than brightness and contrast adjust.

Results

In the hunt for a possible pathophysiological mechanism for SARS-CoV-2 induced 
smell loss, we sought to investigate whether TMEM16F, a calcium-dependent ion channel 
and scramblase, recently involved in SARS-CoV-2 spike-induced syncytia, is expressed in 
the human nasal tissues and whether its expression pattern resembles that of ACE2. We 
reasoned that if ACE2 and TMEM16F are co-expressed in the same cell type, then it may have 
the molecular components necessary to trigger syncytia formation.

Main cell types in the human olfactory and respiratory epithelium
By taking advantage of the available single-cell RNA sequencing (scRNA-seq) dataset 

of the human olfactory and respiratory epithelium of Durante et al. [42], we performed 
a standard analysis using uniform manifold approximation and projection (UMAP) and 
identified clusters of several cell types (Fig. 1B). Cell types included olfactory sensory 
neurons, olfactory supporting cells and basal cells for the olfactory epithelium, while for 
the respiratory epithelium cell types included respiratory ciliated cells, secretory cells and 
basal cells. By immunohistochemistry, we used specific markers to identify some of these 
cells in biopsies of human nasal tissues obtained from patients undergoing endoscopic nasal 
surgery. For the respiratory epithelium, we used an antibody against β-tubulin IV (BT4), a 
marker of the cilia of respiratory ciliated cells [52]. For the olfactory epithelium, we used 
β-tubulin III (TUJ1) to stain neurons, olfactory marker protein (OMP) to identify mature 
olfactory sensory neurons, keratin 5 (K5) for horizontal basal cells [52, 53], and ERMN for 
supporting cells [44, 54].

Fig. 1C shows the boundary between the olfactory and the respiratory epithelium with 
mature olfactory sensory neurons marked by OMP (red) and the cilia of respiratory ciliated 
cells stained by β-tubulin IV (BT4, green). To distinguish between zones of olfactory and 
respiratory epithelium, we also visualized neurons using TUJ1 (Fig. 1D-E). The transition 
zone between the two epithelia showed the passage from the olfactory neuroepithelium to 
the neuron-less respiratory epithelium. Basal cells were identified by keratin 5 and showed 
a pearl necklace-like staining pattern not only at the base of the olfactory but also of the 
respiratory epithelium (Fig. 1D). To visualize supporting cells, we used ERMN a marker which 
labels the apical part of supporting cells. Fig. 1E confirmed that ERMN apical expression 
pattern did not co-localize with that of the neuronal marker TUJ1, indicating that we could 
indeed use ERMN to exclusively visualize olfactory supporting cells.

ACE2 transcript and protein expression
As ACE2 is relevant for SARS-CoV-2 Spike binding, we first identified which cells express 

ACE2 transcript. In our UMAP analysis we could identify cells expressing ACE2 in specific 
populations of the nasal tissue (Fig. 2A-B). We observed ACE2 expression in several olfactory 
supporting cells, horizontal basal cells, secretory and ciliated respiratory cells, whereas we 
could not identify ACE2 expression in olfactory sensory neurons in the scRNA-seq data. We 
then evaluated the expression and localization of the ACE2 protein in the human nasal cavity 
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by fluorescence immunohistochemistry. In the respiratory epithelium (apically stained by 
β-tubulin IV), ACE2 was expressed in many respiratory cells including basal cells lying the 
basal lamina (Fig. 2C). Moreover, as nasal brushing produced many isolated respiratory cells 
(but not olfactory cells), we performed immunocytochemistry to clearly identify protein 
localization and found that most isolated ciliated respiratory cells (marked by β-tubulin 
IV) also expressed ACE2 (Fig. 2D). However, we did not observe co-localization of ACE2 
and the ciliary marker β-tubulin IV but a rather basolateral ACE2 expression and mostly 
mutually exclusive with β-tubulin IV, indicating that ACE2 is not expressed in the apical 
cilia. Transcriptomic analysis indicates that ACE2 is also expressed in respiratory secretory 
cells (Fig. 2A-B), which do not have an apical ciliary tuft. In our immunocytochemistry 
experiments several cells morphologically resembling secretory cells also expressed ACE2 
but we did not further characterize them with specific markers (Fig. 2C).

Fig. 1. Main cell types in the human olfactory and respiratory epithelium. (A) Schematic representation of 
the main cell types of the respiratory epithelium and olfactory epithelium. (B) Visualization of the cluster-
ing results from the scRNA-seq data produced in Durante et al. [42] on a uniform manifold approximation 
and projection (UMAP) plot. The cell type annotation of each cluster is noted on the color key legend and 
labels. (C-E) Confocal images of sections of human nasal epithelium.  β-tubulin IV (BT4) is a marker for the 
cilia of respiratory ciliated cells (green) and OMP for mature olfactory sensory neurons (red) (C). β-tubulin 
III (TUJ1) is a marker for neurons (red) and Keratin 5 (K5) for basal cells both in the respiratory and olfac-
tory epithelium (green) (D). ERMN is a marker for the apical part of olfactory supporting cells (green) and 
does not co-localize with the neuronal marker TUJ1 (red) (E). Higher magnification images taken from the 
dashed squares are shown in the right columns (C-E). At low magnification (left panels in C-E), the transi-
tion zone between olfactory and respiratory epithelium is clearly observed. The respiratory epithelium can 
easily be distinguished by BT4 expression, while the olfactory epithelium is marked by OMP, TUJ1 or ERMN. 
Inset scale bar in the right panel in (E) is 10 µm. Cell nuclei were stained with DAPI (blue).
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Fig. 2E and F show that ACE2 staining in the olfactory epithelium was mutually exclusive 
with TUJ1, resembling the mutually exclusive expression of TUJ1 and ERMN (Fig. 1E), thus 
validating the transcriptomic results that show expression of ACE2 in supporting cells and 
lack of signal in olfactory neurons (Fig. 2A-B). ACE2 was mainly concentrated in the apical 
half of the supporting cells and it surrounded the TUJ1 positive neuronal dendrites and 
knobs (Fig. 2E-F). ACE2 was also localized to the basal part of the epithelium indicating that 
it is also expressed in olfactory basal cells (Fig. 2E, see also Fig. 4C-D).

In summary, we confirmed that ACE2 is expressed both in the human respiratory and 
olfactory epithelium where it is mainly found in supporting and basal cells but not in neurons.

TMEM16F transcript and protein expression
As TMEM16F has been shown to be involved in SARS-CoV-2 Spike-induced syncytia 

formation in several cells and tissues [20, 35], we investigated the expression of TMEM16F 
and described for the first time the expression and localization of TMEM16F in the human 
respiratory and olfactory epithelium.

Transcriptomic analysis indicated that TMEM16F is expressed in several cell types 
of the nasal tissue (Fig. 3A-B), especially in respiratory secretory and ciliated cells and in 
olfactory supporting cells. Immunohistochemistry confirmed the expression of TMEM16F 

Fig. 2. ACE2 transcript and protein expression. (A) Normalized expression levels of ACE2 shown on the 
UMAP plot. (B) Bar plot displaying the number of different cell types expressing ACE2. (C) Section of hu-
man respiratory epithelium immunostained for BT4 (red) and ACE2 (green). (D) A dissociated respiratory 
ciliated cell immunostained for BT4 (red) and ACE2 (green) showing that ACE2 is highly expressed in the 
cell except in the cilia. (E-F) Sections of human olfactory epithelium immunostained for TUJ1 (red) and 
ACE2 (green). Higher magnification images taken from the dashed squares in (E) are shown in (F). ACE2 is 
expressed in basal and supporting cells but not in neurons (F). Cell nuclei were stained with DAPI (blue).
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in several cells of the respiratory epithelium (Fig. 3C). In the olfactory epithelium, we also 
found staining of TMEM16F with higher intensity at the apical side (Fig. 3D-E). Similarly to 
ACE2 (Fig. 2E-F), TMEM16F did not co-localize with the neuronal marker TUJ1 indicating 
the lack of expression in olfactory sensory neurons (Fig. 3D-E). Fig. 3E clearly shows apical 
dendrite/knob regions of three neurons marked with TUJ1 but not stained for TMEM16F. 
The expression pattern of TMEM16F resembles that of ERMN that intensely stains the apical 
portion of supporting cells (Fig. 1E and 3E). We also imaged tangential/oblique sections of 
the olfactory epithelium to better visualize the intriguing pattern of TMEM16F expression: 
Fig. 3F shows that round/oval shaped structures marked by TMEM16F (green) surround the 
knobs of olfactory sensory neurons marked by TUJ1 (red), further showing the expression 
of TMEM16F in non-neuronal cells. Furthermore, the antibody against TMEM16F marked 
several glandular cells, most likely belonging to Bowman’s glands, beneath the basal lamina 
of the olfactory epithelium (Fig. 3D and 4C).

Fig. 3. TMEM16F transcript and protein expression. (A) Normalized expression levels of TMEM16F shown 
on the UMAP plot. (B) Bar plot displaying the number of different cell types expressing TMEM16F. (C) Sec-
tion of human respiratory epithelium immunostained for BT4 (red) and TMEM16F (green). TMEM16F 
shows a faint but consistent expression in most cells of the respiratory epithelium. (D) Section of human 
olfactory epithelium immunostained for TUJ1 (red) and TMEM16F (green). TMEM16F is highly expressed 
in the apical region of the olfactory epithelium and in cells of secretory glands. (E) High magnification im-
ages of the apical region of the olfactory epithelium taken from the dashed squares in (D). TMEM16F stains 
the apical region of supporting cells and do not show co-localization with the neuronal marker TUJ1. The 
staining of TMEM16F at the apical region is similar to ERMN expression pattern shown in Fig. 1E. (F) En-face 
view of a section of olfactory epithelium stained with TUJ1 (red) and TMEM16F (green). TMEM16F shows 
no co-localization with the neuronal marker TUJ1. Cell nuclei were stained with DAPI (blue). See also Sup-
plementary Fig. S2.
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In summary, we showed that TMEM16F is expressed both in the human respiratory and 
olfactory epithelium where it mostly localizes in the apical region of supporting cells with a 
pattern similar to that of ERMN.

TMEM16F and ACE2 co-expression in supporting cells of the olfactory epithelium
To better evaluate the co-expression levels of ACE2 and TMEM16F in different cell types, 

we plotted the mean expression levels for each cell type (Fig. 4A) and the number of cells 
expressing both transcripts (Fig. 4B). Olfactory supporting cells, respiratory ciliated and 
secretory cells showed the highest correlated expression levels for ACE2 and TMEM16F.

Immunohistochemistry experiments on the olfactory epithelium using ACE2 and 
TMEM16F antibodies showed the co-localization of the two proteins at the apical side 
of the epithelium. Fig. 4C and D (left panels) clearly confirm ACE2 staining in the upper 
portion of the olfactory epithelium and in the basal side, similarly to results shown in Fig. 2E 
obtained with a different antibody. TMEM16F also localized to the apical side of the olfactory 
epithelium, with some staining more distal than that of ACE2.

All together, these results strengthen the possibility that SARS-CoV-2 Spike protein 
could bind to ACE2 and produce the activation of TMEM16F in the same cell with subsequent 
cell-to-cell fusion. It has also been shown that interferon-induced transmembrane proteins 
inhibit Spike-induced cell-to-cell fusion whereas TMPRSS2 accelerates Spike-mediated 
syncytia and counteracts the inhibitory effect of the interferon-induced transmembrane 
proteins [21]. Here, we evaluated the co-expression levels of TMPRSS2, ACE2 and TMEM16F 
in different cell types (Fig. S1A-D) and found that olfactory supporting cells, respiratory 
ciliated and secretory cells show the highest correlated expression levels for the three genes, 
indicating that syncytia could be formed also if interferon is released by cells infected by 
SARS-CoV-2.

In summary, we showed that TMEM16F is co-expressed with ACE2 at the apical part 
of human olfactory supporting cells and could be contributing to cell-to-cell fusion induced 
by Spike binding to ACE2. Syncytia formation by supporting cells could cause olfactory 
dysfunctions.

Fig. 4. TMEM16F and ACE2 co-expression in supporting cells of the olfactory epithelium. (A) Co-expression 
of ACE2 and TMEM16F in the different cell clusters. Mean normalized expression levels are plotted. (B) Bar 
plot displaying the number of cells co-expressing ACE2 and TMEM16F in each cluster. (C) Section of human 
olfactory epithelium immunostained for ACE2 (red) and TMEM16F (green). ACE2 and TMEM16F are co-
expressed in the apical region of supporting cells of the olfactory epithelium. (D) High magnification im-
ages of the apical region of the olfactory epithelium taken from the dashed squares in (C). Cell nuclei were 
stained with DAPI (blue).
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Discussion

It has recently been shown that SARS-CoV-2 pathogenic mechanisms include the 
formation of syncytia in several cellular models and in tissues biopsies from COVID-19 
patients [20, 21, 24, 25, 30, 55]. Some studies have shown that the molecular pathway that 
leads to syncytia formation after the binding of SARS-CoV-2 Spike to ACE2 involves TMEM16F 
[20, 35, 56]. As the molecular mechanisms underlying dysfunctions of the sense of smell in 
COVID-19 are still largely unknown, we sought to set a working hypothesis for SARS-CoV-2 
pathogenesis in the olfactory epithelium that includes the possibility of syncytia formation. 
Our results provide the first demonstration that TMEM16F is co-expressed with ACE2 in 
the human olfactory epithelium at the apical part of olfactory supporting cells. Thus, the 
molecular machinery necessary to induce cell fusion upon binding of Spike is present in 
the supporting cells of the olfactory epithelium and may constitute a possible mechanism 
damaging the olfactory epithelium and producing dysfunctions in the sense of smell.

TMEM16F is a very intriguing transmembrane protein that functions both as calcium-
activated lipid scramblase and ion channel [31–34, 50, 57]. TMEM16F as a scramblase has 
been shown to promote platelet association and cell-to-cell fusion [20, 50, 58]. The activation 
of TMEM16F caused by the SARS-CoV-2 Spike protein has been shown to be relevant for 
COVID-19 pathogenesis. It prompts pro-coagulant activity in platelets via lipid scrambling 
promoting thrombin formation, thus causing SARS-CoV-2-induced thrombosis [22, 35]. In 
the alveoli, TMEM16F promotes SARS-CoV-2-Spike mediated syncytia formation by exposing 
phosphatidylserine on the outer leaflet of plasma membrane [20, 30, 35, 36]. At least two 
possible mechanisms have been hypothesized for the activation of TMEM16F by Spike [20, 
22, 25]: TMEM16F could be directly activated upon binding of Spike to ACE2 in the same cell, 
or TMEM16F could be activated by an induced increase in intracellular calcium. Activation 
of the scramblase TMEM16F then causes phosphatidylserine insertion on the outer leaflet of 
the plasma membrane, which is the signal for cell-to-cell fusion.

Although olfactory impairments are well documented during and post COVID-19 
[1–6] the pathophysiological mechanisms are still largely elusive. Contrary to other forms 
of olfactory dysfunction associated with respiratory viral infections [59], a nasal mucosal 
oedema obstructing the olfactory cleft and leading to a conductive loss could explain only a 
small fraction of the cases of smell alteration caused by COVID-19. In fact, nasal obstruction 
and an altered sense of smell have been observed to be frequently dissociated symptoms 
also during the acute phase of COVID-19 [9, 60].

Supporting cells are the primary target of SARS-CoV-2 in the olfactory epithelium [43–
45, 61–63] and we have shown here that they co-express ACE2 and TMEM16F and could 
therefore form Spike-induced syncytia that may contribute to a prolonged smell loss. Indeed, 
although olfactory sensory neurons do not appear to be directly affected by SARS-CoV-2, it 
is important to note that olfactory supporting cells do not simply surround the dendrites of 
olfactory sensory neurons but they enwrap the dendrites, especially when neurons become 
mature, forming a cell-in-cell structure with olfactory sensory neurons [54, 64, 65]. Thus, if 
supporting cells form syncytia, also the functionality of olfactory sensory neurons is likely to 
be compromised.

Another possible scenario involves TMEM16F working as a calcium-activated 
nonselective ion channel. Indeed, we have shown here that TMEM16F is localized in the 
distal apical part of supporting cells that is in contact with the mucus layer in the nasal 
cavity. The mucus composition is very important to maintain the ionic gradients involved 
in transducing odorant binding to the receptor in the cilia of olfactory sensory neurons into 
action potentials sent to the brain. Thus, if TMEM16F is activated as ion channel, it may 
modify the mucus ionic composition as it is permeable to various ions, including chloride, 
calcium and sodium [34, 50, 66–71]. In humans (as well as in mice), the cyclic nucleotide-
gated channel A2 (CNGA2) has a crucial role in olfactory signal transduction [72, 73] and a 
reduction of the inward transduction current carried by calcium and sodium ions through 
CNG channels of olfactory sensory neurons may decrease the odorant response [74–77]. In 
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addition, in human olfactory sensory neurons the chloride current via the calcium-activated 
chloride channel TMEM16B/ANO2 [78, 79] may participate in odorant transduction, and 
therefore an alteration of the chloride ion gradient that reduces the odorant-induced current, 
may decrease olfactory neurons sensitivity and ultimately cause smell impairments, as it 
occurs in mice [79–83].

Although some reports did not find signs of inflammatory response in the olfactory 
cleft [84, 85], a recent study showed the presence of sustained inflammation in the olfactory 
epithelium and olfactory bulb [63]. It is known that interferon-induced transmembrane 
proteins inhibit Spike-induced cell-to-cell fusion but it has also been reported that TMPRSS2 
counteracts this inhibitory activity by significantly increasing Spike protein syncytia 
formation [21, 24, 25]. Thus, human olfactory supporting cells have all the molecular 
components necessary to promote viral infection, replication and syncytia formation also in 
the presence of inflammation. In addition, several transcriptomic signatures implicate T-cell 
recruitment [63], but it has been shown that Spike-mediated syncytia can also internalize 
various T-cell lines causing their death by deterioration of their plasma membrane [25, 30].

To our knowledge, syncytia were overlooked in the few published reports about 
respiratory and olfactory epithelium in COVID-19 patients and therefore, at present, there 
is no evidence of syncytia formation in nasal epithelia. However, the presence of syncytia 
has been demonstrated in air-liquid interphase cultures of cells brushed from the nose and 
infected with SARS-CoV-2 (Fig. 1 of Capraro et al. [86]). In agreement with previous studies 
indicating that the nasal respiratory epithelium is one of the primary targets of SARS-CoV-2 
[87, 88], we found that ACE2 is expressed in respiratory cells. In addition, we showed that 
both TMEM16F and ACE2 are expressed in the respiratory epithelium, where they may 
promote cell-to-cell fusion. It should also be considered, though, that syncytia in various 
tissues were observed only in the severe stages of the disease in COVID-19 patients and may 
not be present in mild cases [20, 89].

Conclusion

Our results provide the first evidence that TMEM16F and ACE2 are co-expressed in 
human olfactory supporting cells and indicate that the loss of smell in COVID-19 may be 
due also to syncytia formation. TMEM16F is a target for commercially available drugs, such 
as niclosamide [20, 90], and some lipid-targeting drugs disrupt Spike-mediated membrane 
fusion [17]. Thus, it may be worth pursuing the possibility to target some of these drugs 
directly to the nasal epithelia to at least mitigate the olfactory impairments experienced 
during COVID-19.
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