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ABSTRACT Due to the limitation of human studies with respect to individual differ-
ence or the accessibility of fresh tissue samples, how severe acute respiratory syndrome
coronavirus 2 (SARS-CoV-2) infection results in pathological complications in lung, the
main site of infection, is still incompletely understood. Therefore, physiologically relevant
animal models under realistic SARS-CoV-2 infection conditions would be helpful to our
understanding of dysregulated inflammation response in lung in the context of targeted
therapeutics. Here, we characterized the single-cell landscape in lung and spleen upon
SARS-CoV-2 infection in an acute severe disease mouse model that replicates human
symptoms, including severe lung pathology and lymphopenia. We showed a reduction
of lymphocyte populations and an increase of neutrophils in lung and then demon-
strated the key role of neutrophil-mediated lung immunopathology in both mice and
humans. Under severe conditions, neutrophils recruited by a chemokine-driven positive
feedback produced elevated “fatal signature” proinflammatory genes and pathways
related to neutrophil activation or releasing of granular content. In addition, we identi-
fied a new Cd177M9h cluster that is undergoing respiratory burst and Stfahish cluster cells
that may dampen antigen presentation upon infection. We also revealed the devastat-
ing effect of overactivated neutrophil by showing the highly enriched neutrophil extrac-
ellular traps in lung and a dampened B-cell function in either lung or spleen that may
be attributed to arginine consumption by neutrophil. The current study helped our
understanding of SARS-CoV-2-induced pneumonia and warranted the concept of neu-
trophil-targeting therapeutics in COVID-19 treatment.

IMPORTANCE We demonstrated the single-cell landscape in lung and spleen upon
SARS-CoV-2 infection in an acute severe disease mouse model that replicated human
symptoms, including severe lung pathology and lymphopenia. Our comprehensive
study revealed the key role of neutrophil-mediated lung immunopathology in SARS-
CoV-2-induced severe pneumonia, which not only helped our understanding of
COVID-19 but also warranted the concept of neutrophil targeting therapeutics in
COVID-19 treatment.

KEYWORDS single-cell RNA sequencing, COVID-19, SARS-CoV-2, lung pathology,
neutrophil

ince the first identification of severe acute respiratory syndrome coronavirus 2
(SARS-CoV-2) in December 2019, the virus has spread rapidly throughout the world
(1). Although most of the COVID-19 patients only generated mild symptoms, around
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14% of them developed severe or critical diseases, including acute respiratory distress
syndrome (ARDS), multiple-organ failure, and even death (2). Accordingly, an under-
standing of the mechanism of disease in the context of treatment is still ongoing.

During infections with SARS-CoV-2, high virus titers and severe illness correlate with a
severe systemic inflammatory response in lung (3). The single-cell RNA-sequencing
(scRNA-seq) analyses of bronchoalveolar lavage samples from severe cases or the post-
mortem autopsy analyses demonstrated a large amount of leukocyte infiltration in lung,
suggesting an immunopathology caused by dysregulated immune responses (4-7).
Similarly, a tissue immunopathology analysis of fatal COVID-19 patients implicated a sig-
nificant component of the immune-mediated, virus-independent immunopathologic
process as a primary mechanism in severe disease (3, 6). Thus, restraining uncontrolled
leukocyte activation and injury upon SARS-CoV-2 infection in lung has been proven
effective in patients. The beneficial effect of low-dose dexamethasone, a corticosteroid
that broadly suppresses the immune system, in the treatment of COVID-19 proved the
potential of immunomodulation as a target (8). However, systemic administration of cor-
ticosteroid often has effects, and a more specific target for immunomodaulation interven-
tion is urgently needed. However, how excessive accumulation of specific leukocyte sub-
sets results in pathological complications in lung, the main site of infection, is still
incompletely understood. In this context, physiologically relevant animal models under
realistic SARS-CoV-2 infection conditions would be helpful to our understanding of key
experimental data on leukocyte trafficking regarding the variations in the biological
characters or the disease courses of patients when using human samples (9, 10).

Here, we demonstrated the single-cell landscape in lung upon SARS-CoV-2 infection
in a severe disease mouse model, using single-cell RNA-seq, bulk RNA-seq, or immuno-
histopathology analysis. Our results reveal the key role of overactivated neutrophils in
SARS-CoV-2-induced pneumonia in lung, which provided insight into future therapeu-
tics targeting neutrophils for the treatment of patients with severe COVID-19.

RESULTS

Application of severe disease mouse model to study SARS-CoV-2 induced
lethality-associated biological processes. To understand the mechanism of SARS-
CoV-2-induced pathology, we characterized virus-induced immune responses in a
severe disease mouse model (human ACE2 transgenic, HFH4-hACE2 in C3B6 mice)
using 3’ scRNA-seq or other virological tools. As shown previously, these mice gener-
ated typical interstitial pneumonia and pathology that were similar to those of severe
disease COVID-19 patients upon SARS-CoV-2 infection (11). A high dose of 3 x 10*
50% tissue culture infective doses (TCIDs,) per mouse of SARS-CoV-2 WIV04 strain was
used to induce severe disease (1). Three batches of mouse experiments were per-
formed, including two for bulk RNA-seq (13 mice) and one for scRNA-seq (12 mice), to
ensure the reproducibility of phenotypes. The body weight, blood routine, viral dose,
and pathology in lung were monitored (Fig. 1A; see also Table S1 in the supplemental
material). Lung and spleen tissues from three infected and three mock-infected mice
were subjected to scRNA-seq for pathogenesis study, as respiratory and immune sys-
tems were the two major targets of SARS-CoV-2 in humans. Blood leukocytes were not
subjected to sequencing, as obvious coagulation showed up under severe conditions
during our experiment.

Upon infection, most mice developed severe diseases, including body weight, that
dropped more than 20% at around day 5, severe lymphopenia in the blood (hallmark
of COVID-19), and malaise and death (Fig. 1B and C). A marked increase of neutrophil/
lymphocyte ratio and higher viral load can be observed in mice with severe disease
but not in the three mice that survived infection. Compared to mock infection, these
mouse lungs showed massive alveolar wall and alveolar space inflammatory cell infil-
tration, fibroplasia, fibrinous exudate, and necrosis in some bronchial epithelial cells
(Fig. 1D and E). Quantitative pathological scoring was also high in lung, indicating this
model was physiologically relevant to human COVID-19 diseases (Fig. 1E). We sacrificed
mice for downstream RNA-seq analysis only after they dropped about 20% body
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FIG 1 Experiment scheme and characteristics of the SARS-CoV-2 severe disease mouse model. (A) Schematic of the study design. (B) Body weight changes
in mice. Mice that were mock infected, survived infection at the endpoint (day 7 postinfection), or showed severe diseases are indicated. Mice that were
used for different purposes are also shown. Bulk, bulk RNA-seq; single-cell, scRNA-seq. (C) Comparison of lymphocyte and neutrophil proportion in blood.
The right panel shows the neutrophil/lymphocyte ratio. (D) Virus RNA quantities in mouse lung collected at the endpoint, measured by gqRT-PCR. (E)
Pathological changes in mouse lung postinfection. The upper pictures are from mock-infected mice, and the lower pictures are from the three mice that
were subjected to scRNA-seq. Scale bars are shown. The pathological scores of three severe disease mice are also shown on the right.

weight, i.e, when they were under severe conditions. Notably, one of the three
infected mice subjected to scRNA-seq analysis showed more severe disease and higher
pathology score than the other two (m3 in Fig. 3C).

Innate inflammatory signature genes related to neutrophil activation were
upregulated upon infection. To obtain a broad view of the biological processes asso-
ciated with lethally infected as opposed to mock-infected mice, we first generated
RNA-seq differential expression genes (DEGs) using RNA extracted from lung samples
for two batches of experiments. To compare the similarity, we measured the correla-
tion between those results. The Pearson correlation coefficient was 0.877 and the P
value was less than 0.001, indicating good reproducibility between the two experi-
ments (Fig. 2D). The gene expression volcano plot demonstrated two clear trends: up-
regulation of proinflammatory genes and downregulation of genes related to B cell
function (Fig. 2A and Table S2). Next, GO-annotated modules identified the upregula-
tion of several inflammatory response pathways, including proinflammatory cytokines
(interleukin-6 [IL-6] and IL-1) and their upstream or downstream responses, corre-
sponding to severe pathology in lung (Fig. 2B). Upon viral infection, neutrophils can be
recruited to lung by chemokine and activated, subsequently crossing the endothelial
lining by cleaving collagen, clearing the pathogens by phagocytosis, and producing
proinflammatory cytokines or releasing granular content (12). Notably, pathways
related to neutrophil influx and activation were highly enriched in infected lungs and
include cytokines and peptide secretion, leukocyte migration, IL-17 signaling, and neu-
trophil degranulation pathways. In an influenza virus study, only the highly pathogenic
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FIG 2 Innate inflammatory signature genes related to neutrophil activation were upregulated in lung upon infection. (A) Volcano plot showed the genes
that were up- or downregulated in two batches of bulk RNA-seq analysis of severe mouse lung. The differential expression genes were filtered with >2 log
fold changes and P < 0.05. (B) GO enrichment analysis of DEGs. (C) Expression of genes in PAMP and DAMP fatal signature pathway related to severe
influenza virus infection in mice (13). Color bar indicates gene expression fold change compared to mock infection. (D) Similarity between bulk RNA-seq.

Cor, Pearson ¢

orrelation coefficient.

virus elicits “fatal signature” genes, including pathogen/damage-associated molecular
pattern (PAMP/DAMP)-induced proinflammatory pathways, mainly by excessive
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infiltrated neutrophils (13). We found almost all fatal signature genes were also upreg-
ulated by SARS-CoV-2 (Fig. 2Q). In contrast, the pan-influenza signature genes, mainly
antiviral responses including interferons and its related pathways, were barely enriched
in our data (Table S2). Above all, these data demonstrated the similarity between
SARS-CoV-2 and highly pathogenic influenza-induced lung pathology and the impor-
tance of neutrophil during this process. As a comparison, the most prominent downre-
gulated pathways include B cell activation or differentiation and CD22-mediated B cell
receptor regulation that may result in a dampened humoral response upon SARS-CoV-
2 infection (Fig. 2C and Table S2).

scRNA-seq reveals a reduction of lymphocyte populations in lung. Next, we per-
formed scRNA-seq to characterize the single-cell immune properties in lung and spleen
for the three SARS-CoV-2-infected mice, with three mock-infected mice as control.
Regarding the importance of dysregulated immune cells in immunopathology, we
used a single-cell preparation protocol that enriched leukocytes predominantly. We
applied stringent quality control criteria to ensure that the selected data were from sin-
gle and live cells. A total of 41,313 and 41,597 high-quality single cells were ultimately
obtained from lung and spleen, respectively.

In lung, eight cell types, including neutrophil, macrophage, dendritic cells, T cells, B
cells, nature killer (NK) cells, Clara cells, and endothelium cells, were identified based
on the expression of classic cell type markers (Fig. 3A and B). It can be observed that
the immune cell population changed dramatically following infection. A prominent
finding was the decrease of all lymphocyte populations, from averages of 14.8% (T),
28.9% (B), and 6.89% (NK) of lung leukocytes before infection to 3.16% (T), 2.54% (B),
and 1.09% (NK) after infection. In contrast, the neutrophil population increased from
38.5% to 88.4% upon infection (Fig. 3C and D). All three mice showed highly uniform
patterns, although the mouse that showed more severe disease than the others (m3)
had an extra neutrophil population (Fig. 3C). The broad reduction of lymphocyte popu-
lation in either blood or lung contradicted the hypothesis that blood lymphopenia is
caused by lung lymphocyte sequestration.

In spleen, four cell types, including B cells, T cells, NK cells, and myeloid cells, were
identified (Fig. 3E). Myeloid cell population was not divided further due to the low cell
number. Overall, the cell ratios were barely changed upon infection, although a reduc-
tion of B cells and an increase of myeloid cells can be observed in m3 (average, 65.8%
to 44.0% for B) (Fig. 3E to G). Exhaustion of spleen immune cells had been reported in
postmortem analysis of some COVID-19 patients (3, 14) and was only observed in
dying mice in our model. We also investigated our data set for the presence of viral
reads and did not detect relevant amounts (>10) of viral reads in any sample.

Neutrophil recruitment and activation in lungs as a major driver of the lethality-
associated gene signature. Our finding in bulk RNA-seq suggested that upregulated
pathways in lungs were related to neutrophils. At the single-cell level, those genes that
related to upregulated pathways were also mainly enriched in neutrophil (Fig. 4A). This
gene expression pattern in neutrophil may be caused by either an increase of cell num-
bers in lung or an upregulation of the relevant pathways in an individual cell. As lung
neutrophil population was significantly increased, we first explored how this lung infil-
tration was controlled. Chemokine-receptor interaction is responsible for accumulation
of leukocytes in inflamed lungs. We performed chemokine-receptor paired analysis
and found that most neutrophil-attractive chemokines (Cxcl2 and Cxcl3) were pro-
duced at the highest level by neutrophils themselves. Moreover, neutrophils also
expressed the highest level of Cxcr1 and Cxcr2, the receptors for neutrophil recruit-
ment chemokines, suggesting neutrophils amplified their own recruitment in a positive
feedback manner (Fig. 4B). Lastly, dysregulated cytokine responses were also related to
leukocyte activation and infiltration, which aggregated virus-induced pneumonia. We
then characterized the expression pattern of a list of signature cytokines in lung cell
populations. It can be observed that neutrophil produced the highest mRNA level of
major proinflammatory genes, including pro-IL-1, IL-1¢, IL-1 receptor, and tumor ne-
crosis factor (TNF). Activation of macrophages was also observed by a high expression
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of IL-6 and IL-18 mRNA (Fig. 4C). Collectively, infiltrating myeloid cells, including
neutrophils and macrophages, appeared to play key roles in SARS-CoV-2-induced
pneumonia.

We next assessed the functional changes of lung neutrophils. We detected 5 clus-
ters after reclustering lung neutrophil populations. Clusters 1 and 2 were shared
between control and infected mice, while clusters 3, 4, and 5 were specific to infected
mice (Fig. 4D to F). As the largest neutrophil cluster, the cluster 1 population had
highly altered functions upon infection, although we failed to detect significant distinc-
tive genes compared to other clusters. In a DEG analysis (Table S3), cluster 1 cells
highly enriched pathways that related to important viral clearance mechanisms of neu-
trophil: the production of proinflammatory cytokines (e.g., Cxcl2), the upregulation of
the neutrophil degranulation gene program, the neutrophil recruitment and infiltration
mechanism (e.g.,, Mmp8, S100a8, and I117ra), and accelerated metabolic pathways. In
addition, more neutrophil apoptosis (e.g., Bcl2l1) was also observed, as their abun-
dance was always combined with a short life span (Fig. 5A to C). Notably, there is also
a small cluster 2 population that is functionally altered by SARS-CoV-2. Upon infection,
this cluster enriched a strong interferon-stimulated gene (ISG) signature, including
master antiviral regulators Irf7, Oas3, and Isg15, suggesting induction of the ISG pro-
gram could occur in neutrophils under severe conditions (Fig. 5D and E).

A prominent change of neutrophil population was the occurrence of three unique
clusters following infection, particularly in the more severe disease m3 mouse (Fig. 4F).
The largest cluster 3 cells highly expressed cd177, which primed neutrophils, including
degranulation and superoxide production (15). Cluster 3 cells also expressed high lev-
els of neutrophilic granule protein (Ngp), antibacterial and antiviral protein Camps,
and Ltf and had the ability to cause more respiratory burst than other neutrophil popu-
lations, indicating which was highly activated neutrophils (Fig. 5F to I). Notably, a new
cluster-4 population not only expressed Cd177 but also enriched Stefins A (Stfa) family
genes (Stfa1, Stfa2, Stfa3, Stfa2l1, and BC100530) upon infection. Stfa genes are non-
glycosylated intracellular inhibitors of cysteine cathepsins S and L and may inhibit ca-
thepsin-dependent antigen processing and presentation or cathepsin L-dependent-
SARS-CoV-2 infection of cells (16) (Fig. 5J). Finally, the new cluster 5 population
included mainly dying cells that probably derived from apoptotic pathway-enriched
cluster 1 cells (Fig. 5K).

Hyperinflammatory neutrophils accumulated in lungs of severe COVID-19
patients. To corroborate our findings in mice, we explored the role of neutrophils in
COVID-19 patients by reanalyzing published scRNA-seq data from the bronchoalveolar
lavage fluid (BALF) of healthy controls (HC; n = 4) and patients with mild/moderate
(n = 3) and severe/critical (n = 6) COVID-19 (5). We found that while both macrophages
and neutrophils accumulated in patients with severe disease (Fig. 6A), neutrophils
showed a higher inflammatory score than that of macrophages in severe COVID-19
patients (Fig. 6B). We then detected the expression of some essential chemokines and
cytokines that were highly upregulated in macrophages from severe COVID-19 (Fig. 6C).
We found most of them, such as CCL3, CXCLT, CCL4, CCL4L2, CXCLS, ILTRN, and TNFSF10,
were also expressed, even at a higher level in severe disease neutrophils than in macro-
phages. The results indicated the important contribution of neutrophils to inflammatory
responses in severe disease patients.

As there were no neutrophils detected in BALF from HC and mild COVID-19
patients by Liao et al. (5), we reanalyzed another scRNA-seq data set to explore the
DEGs in BALF-derived neutrophils between mild and severe disease (17). Gene set

FIG 3 Legend (Continued)

and Cd3e indicate T cells, Ncr1 indicates NK cells, Retnlg and Csf3r indicate neutrophil. Scgblal was highly expressed in Clara cells.
Dendrocytes expressed major histocompatibility complex class Il gene H2-Aa, and macrophage expressed both H2-Aa and Mrc1 genes. (C)
Lung cell clusters identified in UMAP in each mouse. pi, postinfection. The m3_lung_pi was from m3 mouse that showed more severe
disease than the other two mice. (D) Patterns of cell population in mock or infected mouse lung shown as a rose plot. An asterisk
represents significance difference performed by unpaired Wilcox test on each cell population. (E) Spleen cell clusters identified in UMAP in
each mouse. (F and G) Patterns of cell population in mock or infected mouse spleen shown as UMAP in panel F or rose plot in panel G.
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FIG 4 Lung infiltration and activation of neutrophil as key factor in virus-induced lung immunopathology. (A) Heatmap showing the correlation of cell
populations and the GO pathways that were upregulated in bulk RNA. Colors indicate the average gene expression in each GO pathway. (B) Hierarchical
clustering of chemokine and chemokine receptor mRNA levels in each cell population. (C) Hierarchical clustering of representative cytokine mRNA levels in
each cell population. (D) Reclustering of neutrophils from healthy and infected lung. The circles indicate the specific cell population shown only in infected
groups. (E) Ratio of each neutrophil cluster in infected or control mice. (F) Lung neutrophil clusters in each mouse.

enrichment analysis (GSEA) revealed that biological pathways associated with TNF-«
signaling pathway, inflammatory response, NF-«B signaling pathway, and hypoxia
pathway were upregulated in BALF neutrophils from severe disease compared to
mild disease (Fig. 6D). In contrast, pathways related to neutrophil-mediated immu-
nity and phagocytosis were downregulated in bronchoalveolar neutrophils from
severe disease patients (Fig. 6E). Detailed analysis showed elevated expression of
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FIG 5 Functional clustering of neutrophils in lung. (A) GO pathways of DEGs in cluster 1. (B) Gene expression heatmap in four representative pathways
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neutrophil clusters. (H) GSEA showed respiratory burst pathway that was upregulated in Cd177"9" group compared to shared neutrophil group. (I)
Respiratory burst score comparison between the two groups. (J) Dot plot of the expression level of Stfa family genes in neutrophil clusters. (K) UMAP plot

showed the enrichment of cell death-related genes in cluster 5.

proinflammatory genes, such as IL-13, CXCL8, TNFAIP3, and NFKBIZ, in neutrophils
from severe disease patients (Fig. 6F). In contrast, the expression of genes associated
with immune suppression were downregulated, such as SLC11A1 (also known as
NRAMP1, associated with the formation of membrane granules of neutrophils) (18),
SERPINAT (inhibited the activity of neutrophil elastase caused inflammation (19)),
IFNGR1 (suppressed recruitment or survival of neutrophils), and CYBA (regulated host
inflammatory responses [20]) (Fig. 6F). Taken together, these results indicated that
the dysregulated and highly inflammatory neutrophils contributed to disease sever-
ity in patients with COVID-19.

SARS-CoV-2 triggered NET release in lung. Among effector mechanisms of neu-
trophils in inflammatory diseases, neutrophil-derived extracellular traps (NETs) are
some of the most important, besides releasing proinflammatory cytokines and granular
content. NETs not only aggravate damage to pulmonary endothelia but also activate
the extrinsic and intrinsic coagulation pathway that has a profound negative influence
on COVID-19 patients during recovery (21). NETs are defined as extracellular structures
containing large amounts of DNA, modified histone proteins such as citrullinated his-
tone H3 (H3Cit), and granule proteins, including MPO and NE, which both regulate NET
formation (22). To quantify NET fragments, we performed immunofluorescence stain-
ing on paraffin-embedded lung sections from SARS-CoV-2-infected mice or from
COVID-19 patients with anti-MPO and anti-H3Cit antibodies together with 4’,6-diami-
dino-2-phenylindole (DAPI), and we defined DAPI™ MPO* H3Cit * as a NET-positive
area. Confocal microscopy analysis of lung tissues revealed the highly enriched neutro-
phils and characteristic NET structure in either SARS-CoV-2-infected mice or in COVID-
19 postmortem individuals (Fig. 7A). The concentration of NETs was more than 20
times higher in severe disease mice than in mock infection (Fig. 7B). These results
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FIG 6 Neutrophil-related inflammatory responses in patients with COVID-19. (A) UMAP visualization of subpopulations in BALFs of 4 healthy control (HC)
donors and 3 mild and 6 severe COVID-19 donors. Different colors indicate distinct cell types (left) and patient groups (right). (B) Violin plot shows
inflammatory score in macrophages and neutrophils from different groups. (C) Dot plot of the expression of indicated genes in different group of patients. (D
and E) Gene set enrichment analysis of upregulated pathways (D) or downregulated pathways (E) in neutrophils from severe infection patients versus
neutrophils from mild infection patients in another cohort of COVID-19 patients. (F) Violin plot showed the expression level of important proinflammatory or
immune-suppressive genes in neutrophils from different groups.

indicated that NETs were released in the lung tissue and were associated with lung
damage in severe disease patients with COVID-19.

Viral infection impaired the function of B cells. Bulk RNA-seq suggested that B
cell function-related pathways were downregulated in lung under severe conditions. We
then confirmed this observation at single-cell level by showing a highly enriched damp-
ening of B cell proliferation, differentiation, antigen presentation, and cytokine produc-
tion but an upregulated cell death pathway (Fig. 8A and B and Table S4). Notably, T cells
or NK cells may have similar dampened functions that cannot be proved by the current
study due to an extremely low cell number under severe conditions. Although the mech-
anism of lymphopenia was still not understood, it was believed that the consumption of
arginine in microenvironments impaired lymphocyte survival (23). Remarkably, lung neu-
trophils highly expressed Arg2 and Nos2, which involved two arginine consumption
pathways (Fig. 8C). The cumulative expression of either Arg2 or Nos2 was also highly ele-
vated in severe disease mice compared to healthy mice, suggesting a neutrophil-medi-
ated lymphocyte loss mechanism (Fig. 8D and E). Similarly, spleen B cells also showed
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FIG 7 DAPI © MPO * H3Cit* NETs were uniquely detected in SARS-CoV-2-infected lungs from mice or COVID-19 patient. (A) Representative confocal
images showing the presence of NETs. Cells were stained for nuclei (DAPI, blue), MPO (green), and H3Cit (red). Scale bars are indicated. Top, mouse lung;
bottom, human lung. (B) SARS-CoV-2 mock (n = 7) or infected (n = 3) mouse lung NET quantification, shown as MPO/DAPI ratio. ***, P < 0.001.

function dampening without significant cell number change. A small group of plasma
cells expressing high levels of marker genes Xbp1 and Jchain but not Ms4al (Cd20)
showed up only in infected mice (Fig. 8F and G). Lastly, the non-plasma B cells also
downregulated genes that were related to B cell activation or differentiation (Fig. 8H),
suggesting a universal impaired B cell function either in lung or spleen under severe
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conditions. Although a detection of B cell responses was not applicable here, due to the
limited time frame for antibody production or the limited materials for B cell function
tests, we do show that B cell function was dampened by SARS-CoV-2 in a previous study
using this model (24).

DISCUSSION

In this study, we characterized the single-cell landscape of SARS-CoV-2-infected
lung based on a severe disease mouse model. Our data revealed a key role of overacti-
vated neutrophil-mediated lung immunopathology by showing the upregulation of
proinflammatory fatal signature genes or degranulation genes and the occurrence of
Cd177M9h cluster that were causing respiratory burst or Stfahish cluster cells that may
dampen antigen presentation. These overactivated neutrophils also released high con-
centrations of NETs in lung and may also cause B cell function dampening in lung or
spleen by arginine consumption. The conclusions from our data provided insight into
the understanding of COVID-19 pathogenesis in lung.

The importance of neutrophil in COVID-19 has been suggested by multiple autopsy or
scRNA-seq studies in which notable presence of aggregated neutrophils in all patients in
the lungs was observed (3, 6, 25). Likewise, neutrophil counts were increased in severe ver-
sus mild cases; thus, the neutrophil-to-lymphocyte ratio had been used as a predictive
marker of mortality (26). Based on these observations, it had been proposed that excessive
oxidative stress, which was caused by neutrophil-released reactive oxygen species (ROS),
was responsible for the alveolar damage and thrombosis seen in COVID-19 (12, 22).
Moreover, NETosis was also thought of as a driver of severe pulmonary complications of
COVID-19 by damaging pulmonary endothelia or by activating the coagulation pathway
(22, 27, 28). We provided evidence for these hypotheses by showing that several pathways
related to neutrophils were activated in both mouse and human lung. (i) Upregulation of
large amounts of fatal signature proinflammatory genes, including IL-18 and TNF-g,
occurs. In a systematic comparison of the disease signatures between high- or low-patho-
genicity influenza viruses in mice, only the highly pathogenic virus elicited fatal signature
proinflammatory genes mainly by excessive infiltrated neutrophils, and this mechanism
was shared by SARS-CoV-2 (9, 13). This dysregulated inflammatory response contributed
to the severe disease in COVID-19 patients. Moreover, a previous study reported that
severe COVID-19 disease was characterized by a lack of interferon-responsive neutrophils
in blood (29), whereas our observation suggested I1SG-responsive neutrophils could also
show up in lung under severe conditions. (ii) Degranulation is the release of antimicrobial
effectors such as ROS, antimicrobial peptides, and extracellular proteases (9). We observed
the highly enriched pathways related to neutrophil degranulation and a specific cd177"ish
neutrophil undergoing respiratory burst, which could cause indiscriminate damage to all
their neighboring cells. (iii) The release of NETs is shown in both human and mouse lung
histology. The presence of NETs in lung could promote a state of hyperinflammation and
accelerate the formation of microthrombi and the onset of respiratory failure. It may also
contribute to organ damage and thrombosis in pulmonary, cardiovascular, and renal sys-
tems, the three organs heavily targeted by SARS-CoV-2 (22). (iv) Neutrophil may also
exhaust arginine, which was critical for lymphocyte activity, by expressing high levels of
Arg2 and Nos2 (23). We observed a decrease of lymphocyte populations in lung and func-
tionally dampened B cells in both lung and spleen, which may be attributed to immuno-
pathology or the highly expressed Arg2/NOS2 by neutrophils. Moreover, Stfa family genes
enriched the neutrophil population that showed up under a more severe condition that
may inhibit cathepsin-dependent antigen processing or presentation and further impair
the adaptive immune responses (16).

FIG 8 Legend (Continued)

Journal of Virology

Expression of two important arginine consumption genes, Arg2 and Nos2, in different cells types in lung. (D and E) The average expression of
Nos2 (D) or Arg2 (E), shown as violin plot (left) or the cumulative expression curve (right) in infected or control mice. (F and G) UMAP shows the
B cell clusters from healthy or infected mouse spleen. Circled cells are specific in infected samples, which were identified as plasma cells with

marker genes shown in panel G. (H) Downregulated pathways in spleen B cell from infected group compared to control mice.

May 2022 Volume 96 Issue 9

10.1128/jvi.00038-22 13


https://journals.asm.org/journal/jvi
https://doi.org/10.1128/jvi.00038-22

Key Role of Neutrophil in Lethal SARS-CoV-2 Infection

In several single-cell RNA sequencing studies of COVID-19 patient blood or BALF, an
association between overactivated monocyte-derived macrophage and severe disease
was revealed (4, 5, 25, 30, 31). Combined with our data, a possible mechanism could be
that SARS-CoV-2 infects pulmonary alveolar cells and alveolar macrophages, which in
turn respond by producing chemoattractants and recruiting more monocytes and neu-
trophils, the two main leukocyte populations that are recruited at early stages to the site
of infection, and caused the damage (9). In our data, several chemokines that function to
recruit neutrophils or monocytes to lung were upregulated upon infection. In particular,
neutrophils were mainly recruited via ligands of the CXC chemokine receptors CXCR1
and CXCR2, and this recruitment showed a positive feedback circuit character (4, 5, 7). To
date, antineutrophil therapies for the treatment of COVID-19 have centered on targeting
NETs. There have been several strategies that are registered in clinical trails, including
the using of DNase | to break down NETSs, but none so far targeted inhibiting neutrophil
migration and activation via blockage of CXCR2 (https://clinicaltrials.gov/). Based on the
findings in the current study, we strongly suggest the investigate of the use of CXCR2
antagonists in the treatment of severe COVID-19, which may exert beneficial effects on a
systemic level, including a reducing in NETosis-induced thrombosis.

Notably, our severe disease mouse model may only replicate an acute fatal infection,
probably due to brain and lung involvement, but not chronic fatal infection in human. In a
cohort autopsy study of histological lesions in ARDS, it was found that acute pneumonia fol-
lowed by neutrophilic infiltration in the interstitium or intra-alveolar spaces was normal in
patients who died within 1 to 2 weeks, whereas in those who had longer course of disease
(3 to 4 weeks), more type Il macrophage activation can be observed, which may lead to fi-
brosis (32). Accordingly, our mouse model replicated acute SARS-CoV-2 human infections
that followed neutrophilic infiltration but not for patients who had longer disease course
followed by macrophage activation. In human BALF analysis, both macrophage and neutro-
phil infiltration have been shown contributing to ARDS during acute infection (5). In
patients who had longer disease courses, the long COVID symptoms included fibrosis
induced by type Il macrophage activation and thrombi that may be introduced by NETosis
(neutrophil) (21). Moreover, our study was based on the endpoint result of a microbe-host
interaction that may also be found in other severe microbial infections leading to ARDS
(e.g., influenza) but not the early events in virus-infected airways and lung. These early
events indicate the early viral target cells and cytokines released by these cells that recruited
the leukocytes and other immune cells should be more specific to SARS-CoV-2. Lastly, it is
not clear how SARS-CoV-2 spread to other organs and resulted in a variety of clinical mani-
festations. In the future, a top-down systems analysis of the dynamics of SARS-CoV-2 infec-
tion and its related immunopathology in the respiratory system is needed.

In summary, our comprehensive study revealed the key role of neutrophil-mediated
lung immunopathology in SARS-CoV-2-induced severe pneumonia, which not only
helped our understanding of COVID-19 but also warranted the concept of neutrophil-
targeting therapeutics in COVID-19 treatment.

MATERIALS AND METHODS

Animal ethics. HFH4-hACE2 mice were kindly offered by Ralph Baric and bred in the animal facility
of the Wuhan Institute of Virology (WIV). Viral infections were performed in a biosafety level 3 (BSL3) fa-
cility in accordance with recommendations for the care and use of laboratory animals and the
Institutional Review Board of the Wuhan Institute of Virology, CAS (ethics number WIVA05202003).

Postmortem analysis of lung samples from COVID-19 patients. Lung sections from deceased
COVID-19 patients were kindly offered by Wuhan Jinyintan Hospital, Hubei, China. The study was
approved by the Medical Ethics Committee of the National Health Commission of China. The autopsy
procedures were performed in the negative pressure-ventilation P3 Laboratory.

Mouse infection. Mice were anesthetized with tribromoethanol (Avertin) (250 mg/kg of body
weight) and intranasally infected with 3 x 10* TCID,, (for bulk RNA-seq) or 1 x 10° TCID,, (for scRNA-
Seq) SARS-CoV-2 in 50 uL Dulbecco’s modified Eagle medium (DMEM) per mouse. Mice used in each
experiment were separated into the control group and infection group. Mice were weighed and
observed for clinical signs daily throughout the study. Mice presenting about a 20% decrease in their
body weight were euthanized and considered the endpoint of experiment. The details regarding the
mice in each group are shown in Table S1 in the supplemental material.
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Blood sampling and biochemistry. Blood was collected retro-orbitally and transferred to a blood
collection tube containing EDTA to prevent clotting. Cell classifications were analyzed using a ProCyte
Dx hematology analyzer (IDEXX), and we followed the manufacturer’s instructions.

Extraction of viral RNA and qRT-PCR. Mouse organs were homogenized in RNALater, and viral RNA
was isolated using the QlAamp 96 virus QlAcube HT kit (Qiagen). Two microliters of RNA was used as a
template for the amplification of selected genes by real-time quantitative PCR (QRT-PCR) using HiSxript Il
one-step qRT-PCR SYBR green kit (Vazyme). Average values from duplicates of each gene were used to
calculate the viral genomic copies. The primers based on the SARS-CoV-2 S gene were RBD-gF1, 5'-CA
ATGGTTTAACAGGCACAGG-3’, and RBD-qR1, 5'-CTCAAGTGTCTGTGGATCACG-3'. For qRT-PCR, the 10-ulL
mix contained 5 uL 2x one-step SYBR green mix, 1.9 uL nuclease-free water, 0.5 uL one-step SYBR
green enzyme mix, 0.2 uL 50x ROX reference dye 1, 0.2 uL of each primer (10 m M), and 2 uL template
RNA. Amplification was performed at 50°C for 3 min, 95°C for 30 s followed by 40 cycles consisting of
95°C for 10 s and 60°C for 30 s, and a default melting curve step in a Step-One Plus real-time PCR
machine (ABI).

Histological analysis. Lung samples were fixed with 4% paraformaldehyde, paraffin embedded, and
cut into 4-um sections. Fixed tissue samples were used for hematoxylin and eosin (H&E) staining and
indirect immunofluorescence assays (IFA) for the detection of the NETSs. For routine histology, tissue sec-
tions were stained with H&E. For IFA, slides were deparaffinized and rehydrated, followed by 15 min of
heat-induced antigen retrieval with EDTA, pH 8.0, in a microwave oven. The slides were washed with
phosphate-buffered saline (PBS)-0.02% Triton X-100 and then blocked with 5% bovine serum albumin
at room temperature for 1 h. For NET detection, the multiplexed staining followed the instructions of
TSA-Rab kit (0082100100; Panovue). Other antibodies and reagents used were anti-myeloperoxidase
antibody (ab9535; Abcam), anti-histone H3 antibody (ab5103; Abcam), and DAPI (10236276001; Roche).
The image information was collected using a Pannoramic MIDI system (3DHISTECH) and confocal mi-
croscopy (Nikon A1 MP Storm).

Statistical analysis. Statistical analyses were performed using PRISM 8.0.2 for Windows (GraphPad).
Significant differences between groups were determined using a two-way analysis of variance (ANOVA).
For contrasting two experimental groups, two-tailed Student’s t tests were performed to determine sig-
nificant differences (statistical significance: *, P < 0.05; **, P < 0.01; ***, P < 0.001; ****, P < 0.0001).

Bulk RNA-seq and data analysis. Infected lungs from euthanized mice were homogenized with
DMEM, and the supernatant was used for RNA isolation using RNAprep pure cell/bacterial kit (DP430;
Tiangen). The next-generation sequencing (NGS) was performed by MGISEQ-2000. Clean reads were
mapped to the genome, constructed with mouse GRCm39 and SARS-CoV2 WIV04 using hisat2 v2.1.0
SAM format, sorted, and transferred to BAM format in SAMtools v1.10-24. Transcripts was assembled
and merged in stringtie v2.1.0 according to the annotation corresponding to the genome we used.
Count table was passed to package DESeq2 v1.32.0 for differential gene expression in R v4.1.0. The
genes with P value less than 0.01 and log, fold change beyond 2 were selected for gene set enrichment
analysis in Metascape (https://metascape.org) (33). Pearson correlation coefficient was calculated
between two batches of bulk RNA-seq to confirm its reproducibility.

scRNA-seq preparation of mouse lungs and spleens. Mice were sacrificed at the indicated time
points. Lungs and spleens were then removed. After washing twice with Hanks balanced salt solution,
lungs were cut into small pieces and digested with Dulbecco’s PBS containing 1 mg/mL collagenase D
(11088858001; Roche) and 0.1 mg/mL DNase (11284932001; Roche) at 37°C for 30 min, while spleens
were ground. After that, red blood cell lysis was performed. Particulate matter was removed with a 40-
wm cell strainer to obtain single-cell suspensions. Cells were enumerated by 0.2% trypan blue exclusion.
Single-cell suspensions were loaded onto a Chromium single-cell chip (10x; Genomics) according to the
manufacturer’s instructions for coencapsulation with barcoded gel beads at a target capture rate of
~7,000 individual cells per sample. Captured mRNAs were barcoded during cDNA synthesis using the
Chromium single-cell 3" solution v3.1 (10x; Genomics) according to the manufacturer’s instructions. All
of the libraries were sequenced on an Illumina NovaSeq 6000.

scRNA-Seq data analysis (mouse). (i) Processing. Raw data were processed with Cellranger v3 by
following the standard pipeline, while the reference genome and annotation file was custom made with
mm10 and Icu6G using a standard approach. The matrix from Cellranger was read in Seurat v3.2.2 for a
filtered suspect cell whose gene number was less than 200 or larger than 5,000 or unique molecular
identifiers (UMI) less than 1,000. Additionally, the cells with mitochondrial percent beyond 15% or
detected as doublet by Doublet Finder v1 with 0.5% doublet rates were also filtered. Moreover, follow-
ing the recommendation of a systematic study, we selected IntegrateData method based on canonical
correlation analysis and mutual nearest neighbor anchors in package Seurat3 to remove batch effect.

(ii) Integration, dimensionality reduction, and clustering. Each filtered sample was log normal-
ized with scale.factor = 10,000 in Seurat (version 3.2.2). After selecting the top 2,000 variable genes, the
top 50 dimensions were used to integrate all samples from the same tissue. Principal-component analy-
sis (PCA) was performed based on scaled data, and then the top 30 PCs were used for uniform manifold
approximation and projection (UMAP) and clustering at a resolution of 1. Subpopulation was extracted
using subset function in Seurat and reanalysis in the same way but based on scaled data whose UMI
was regressed out.

(iii) Differential gene expression analysis. FindMarkers or FindAllMarkers function was conducted
to analyze differential gene expression based on normalized UMI data using default Wilcoxon test. DEGs
whose log fold change was beyond 0.25 and P value less than 0.05 were passed to Metascape platform
(https://metascape.org) (33) to performed enrichment analysis or passed to R package clusterProfiler
v4.0.0 for GSEA analysis.
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(iv) Gene expression visualization. VInPlot and DotPlot function in Seurat was used to visualization
the gene expression based on normalized data of RNA assay.

scRNA-seq data analysis (human). (i) Acquisition and processing. BALF scRNA-seq data from
healthy controls and COVID-19 patients used in this study can be accessed in GEO (Gene Expression
Omnibus) under the accession numbers GSE145926 (5) and GSM3660650 (34). Cells with gene number
less than 200 or larger than 6,000, UMI count less than 1,000, or mitochondrial gene percentage of more
than 10% were removed in our study. All samples were integrated with Seurat (version 3.2.2) (35) to
avoid the influence of batch effects. We also utilized the first 50 dimensions of canonical correlation
analysis (CCA) and PCA for further analysis. BALF scRNA-seq data from COVID-19 patients can be
accessed in the EGA European Genome-Phenome Archive database under the accession number
EGAS00001004717 (17). We removed genes with a number less than 151 or larger than 6,000, UMI count
less than 301, or mitochondrial gene percentage of more than 20%.

(ii) Dimensionality reduction and cell annotation. The large filtered matrix was normalized using
“LogNormalize” methods in Seurat (version 3.2.2) with scale.factor = 10,000, and “Percent.mt” was
regressed out in the scaling step. The top 2,000 variable genes were found using the “vst” method in
Seurat (FindVariableFeatures function) to conduct PCA. PCA and UMAP dimension reduction with 50
principal components were performed. Cell annotation was completed based on the articles (5, 17) that
first published these scRNA-seq data.

(iii) Differential gene expression analysis. Wilcoxon in Seurat (version 3.2.2) (FindAlIMarkers func-
tion) was utilized to conduct differential gene expression analysis. Log fold change threshold was set
to 0.25, “min.pct” equal to 0.1, and adjusted P value less than 0.05. These DEGs were then used to per-
form enrichment analysis with clusterProfiler R package (version 3.18.1) (36) and Metascape platform
(https://metascape.org) (33).

(iv) Calculation of inflammatory score. To define the inflammatory score, we downloaded the
gene sets termed "HALLMARK_INFLAMMATORY_RESPONSE” from MsigDB (37). These scores were then
evaluated by using Seurat (AddModuleScore function) with default parameters.

(v) Gene expression visualization. The violin plots and dot plots of specific gene expression were
plotted using Seurat (VInPlot and DotPlot functions). Data were autoscaled with default parameters
when using these packages.

Statistics. The Wilcoxon test was used to compare gene expression of neutrophils from mild versus
severe COVID-19 patients using ggpubr R package (version 0.4.0) (https://CRAN.R-project.org/package=
ggpubr). Change of cell population was performed with unpaired Wilcoxon test.

SUPPLEMENTAL MATERIAL
Supplemental material is available online only.
SUPPLEMENTAL FILE 1, XLSX file, 0.01 MB.
SUPPLEMENTAL FILE 2, XLSX file, 0.1 MB.
SUPPLEMENTAL FILE 3, XLSX file, 0.02 MB.
SUPPLEMENTAL FILE 4, XLSX file, 0.02 MB.

ACKNOWLEDGMENTS

We thank Ralph Baric for kindly offering the HFH4-hACE2 mice. We appreciate the
lung sections of COVID-19 patients from Wuhan Jinyintan Hospital. We are grateful for
the help from the WIV animal facility. We also thank Tao Du from the BSL3 and Ding
Gao from the core facility of the Wuhan Institute of Virology for their essential support.

This work was funded by China Natural Science Foundation (excellent scholars
81822028, 82041013, and 81772199 to P.Z.) and Strategic Priority Research Program of
the CAS (grant numbers XDB29010204) to P.Z.

P.Z, X.S.Z, QW.,, and ZL.S. conceived the project, planned the experiments, and
wrote the manuscript, with contributions from all other authors. QW., Q.C.Z,, and L.C.
did the bioinformatics analysis. X.S.Z,, X.R.S.,, and Q.L. performed BSL3 animal infection
with help from R.D.J. and M.Q.L. A.L. provided the mice used in this project. X.S.Z., J.M.,,
XW,Y.C,WZ,Y.Z,RG, T.T.X, and B.L. did qRT-PCR, histology, and other detections.

REFERENCES

Journal of Virology

1. Zhou P, Yang X-L, Wang X-G, Hu B, Zhang L, Zhang W, Si H-R, Zhu Y, Li B,

Huang C-L, Chen H-D, Chen J, Luo Y, Guo H, Jiang R-D, Liu M-Q, Chen Y,
Shen X-R, Wang X, Zheng X-S, Zhao K, Chen Q-J, Deng F, Liu L-L, Yan B,
Zhan F-X, Wang Y-Y, Xiao G-F, Shi Z-L. 2020. A pneumonia outbreak asso-
ciated with a new coronavirus of probable bat origin. Nature 579:
270-273. https://doi.org/10.1038/s41586-020-2012-7.

. Wu Z, McGoogan JM. 2020. Characteristics of and important lessons from
the coronavirus disease 2019 (COVID-19) outbreak in China: summary of a

May 2022 Volume 96 Issue 9

report of 72314 cases from the Chinese Center for Disease Control and Pre-
vention. JAMA 323:1239-1242. https://doi.org/10.1001/jama.2020.2648.

. Dorward DA, Russell CD, Um IH, Elshani M, Armstrong SD, Penrice-Randal

R, Millar T, Lerpiniere CEB, Tagliavini G, Hartley CS, Randle NP, Gachanja
NN, Potey PMD, Dong X, Anderson AM, Campbell VL, Duguid AJ, Al Qsous
W, BouHaidar R, Baillie JK, Dhaliwal K, Wallace WA, Bellamy COC, Prost S,
Smith C, Hiscox JA, Harrison DJ, Lucas CD. 2021. Tissue-specific

10.1128/jvi.00038-22 16


https://www.ncbi.nlm.nih.gov/geo/query/acc.cgi?acc=GSE145926
https://www.ncbi.nlm.nih.gov/geo/query/acc.cgi?acc=GSM3660650
https://metascape.org
https://CRAN.R-project.org/package=ggpubr
https://CRAN.R-project.org/package=ggpubr
https://doi.org/10.1038/s41586-020-2012-7
https://doi.org/10.1001/jama.2020.2648
https://journals.asm.org/journal/jvi
https://doi.org/10.1128/jvi.00038-22

Key Role of Neutrophil in Lethal SARS-CoV-2 Infection

immunopathology in fatal COVID-19. Am J Respir Crit Care Med 203:
192-201. https://doi.org/10.1164/rccm.202008-32650C.

. Chua RL, Lukassen S, Trump S, Hennig BP, Wendisch D, Pott F, Debnath O,

Thirmann L, Kurth F, Volker MT, Kazmierski J, Timmermann B, Twardziok
S, Schneider S, Machleidt F, Muller-Redetzky H, Maier M, Krannich A,
Schmidt S, Balzer F, Liebig J, Loske J, Suttorp N, Eils J, Ishaque N, Liebert
UG, von Kalle C, Hocke A, Witzenrath M, Goffinet C, Drosten C, Laudi S,
Lehmann |, Conrad C, Sander L-E, Eils R. 2020. COVID-19 severity corre-
lates with airway epithelium-immune cell interactions identified by sin-
gle-cell analysis. Nat Biotechnol 38:970-979. https://doi.org/10.1038/
s41587-020-0602-4.

. Liao M, Liu Y, Yuan J, Wen Y, Xu G, Zhao J, Cheng L, Li J, Wang X, Wang F,

Liu L, Amit |, Zhang S, Zhang Z. 2020. Single-cell landscape of bronchoal-
veolar immune cells in patients with COVID-19. Nat Med 26:842-844.
https://doi.org/10.1038/541591-020-0901-9.

. Schurink B, Roos E, Radonic T, Barbe E, Bouman CSC, de Boer HH, de Bree

GJ, Bulle EB, Aronica EM, Florquin S, Fronczek J, Heunks LMA, de Jong MD,
Guo L, Du Long R, Lutter R, Molenaar PCG, Neefjes-Borst EA, Niessen
HWM, van Noesel CJM, Roelofs JJTH, Snijder EJ, Soer EC, Verheij J, Vlaar
APJ, Vos W, van der Wel NN, van der Wal AC, van der Valk P, Bugiani M.
2020. Viral presence and immunopathology in patients with lethal
COVID-19: a prospective autopsy cohort study. Lancet Microbe 1:
€290-e299. https://doi.org/10.1016/52666-5247(20)30144-0.

. Nie X, Qian L, Sun R, Huang B, Dong X, Xiao Q, Zhang Q, Lu T, Yue L, Chen

S,LiX,SunY,LiL XuL, LiY, Yang M, Xue Z, Liang S, Ding X, Yuan C, Peng
L, Liu W, Yi X, Lyu M, Xiao G, Xu X, Ge W, He J, Fan J, Wu J, Luo M, Chang X,
Pan H, Cai X, Zhou J, Yu J, Gao H, Xie M, Wang S, Ruan G, Chen H, Su H,
Mei H, Luo D, Zhao D, Xu F, Li Y, Zhu Y, Xia J, Hu Y, et al. 2021. Multi-organ
proteomic landscape of COVID-19 autopsies. Cell 184:775-791. https://
doi.org/10.1016/j.cell.2021.01.004.

. RECOVERY Collaborative Group, et al. 2021. Dexamethasone in hospital-

ized patients with Covid-19. N Engl J Med 384:693-704. https://doi.org/10
.1056/NEJM0a2021436.

. Alon R, Sportiello M, Kozlovski S, Kumar A, Reilly EC, Zarbock A, Garbi N,

Topham DJ. 2021. Leukocyte trafficking to the lungs and beyond: lessons
from influenza for COVID-19. Nat Rev Immunol 21:49-64. https://doi.org/
10.1038/s41577-020-00470-2.

. Speranza E, et al. 2021. Single-cell RNA sequencing reveals SARS-CoV-2

infection dynamics in lungs of African green monkeys. Sci Trans| Med 13:
eabe8146. https://doi.org/10.1126/scitransimed.abe8146.

. Jiang R-D, Liu M-Q, Chen Y, Shan C, Zhou Y-W, Shen X-R, Li Q, Zhang L,

Zhu Y, Si H-R, Wang Q, Min J, Wang X, Zhang W, Li B, Zhang H-J, Baric RS,
Zhou P, Yang X-L, Shi Z-L. 2020. Pathogenesis of SARS-CoV-2 in transgenic
mice expressing human angiotensin-converting enzyme 2. Cell 182:
50-58. https://doi.org/10.1016/j.cell.2020.05.027.

. Koenig LM, et al. 2020. Blocking inflammation on the way: rationale for

CXCR2 antagonists for the treatment of COVID-19. J Exp Med 217:
€20201342. https://doi.org/10.1084/jem.20201342.

. Brandes M, Klauschen F, Kuchen S, Germain RN. 2013. A systems analysis

identifies a feedforward inflammatory circuit leading to lethal influenza
infection. Cell 154:197-212. https://doi.org/10.1016/j.cell.2013.06.013.

. Hanley B, Naresh KN, Roufosse C, Nicholson AG, Weir J, Cooke GS, Thursz

M, Manousou P, Corbett R, Goldin R, Al-Sarraj S, Abdolrasouli A, Swann
OC, Baillon L, Penn R, Barclay WS, Viola P, Osborn M. 2020. Histopatholog-
ical findings and viral tropism in UK patients with severe fatal COVID-19: a
post-mortem study. Lancet Microbe 1:245-e253. https://doi.org/10
.1016/52666-5247(20)30115-4.

. Levy Y, et al. 2021. CD177, a specific marker of neutrophil activation, is

associated with coronavirus disease 2019 severity and death. iScience 24:
102711. https://doi.org/10.1016/j.is¢i.2021.102711.

. Mihelic M, Teuscher C, Turk V, Turk D. 2006. Mouse stefins A1 and A2

(Stfal and Stfa2) differentiate between papain-like endo- and exopepti-
dases. FEBS Lett 580:4195-4199. https://doi.org/10.1016/j.febslet.2006.06
.076.

. Wauters E, Van Mol P, Garg AD, Jansen S, Van Herck Y, Vanderbeke L,

Bassez A, Boeckx B, Malengier-Devlies B, Timmerman A, Van Brussel T, Van
Buyten T, Schepers R, Heylen E, Dauwe D, Dooms C, Gunst J, Hermans G,
Meersseman P, Testelmans D, Yserbyt J, Tejpar S, De Wever W, Matthys P,
Neyts J, Wauters J, Qian J, Lambrechts D, CONTAGIOUS Orators. 2021. Dis-
criminating mild from critical COVID-19 by innate and adaptive immune
single-cell profiling of bronchoalveolar lavages. Cell Res 31:272-290.
https://doi.org/10.1038/541422-020-00455-9.

. Canonne-Hergaux F, Calafat J, Richer E, Cellier M, Grinstein S, Borregaard

N, Gros P. 2002. Expression and subcellular localization of NRAMP1 in

May 2022 Volume 96 Issue 9

20.

21.

22.

23.

24.

25.

26.

27.

28.

29.

30.

Journal of Virology

human neutrophil granules. Blood 100:268-275. https://doi.org/10.1182/
blood.v100.1.268.

. Muley MM, Krustev E, Reid AR, McDougall JJ. 2017. Prophylactic inhibition

of neutrophil elastase prevents the development of chronic neuropathic
pain in osteoarthritic mice. J Neuroinflamm 14:168. https://doi.org/10
.1186/512974-017-0944-0.

Zeng MY, Miralda |, Armstrong CL, Uriarte SM, Bagaitkar J. 2019. The roles
of NADPH oxidase in modulating neutrophil effector responses. Mol Oral
Microbiol 34:27-38. https://doi.org/10.1111/0mi.12252.

Nalbandian A, Sehgal K, Gupta A, Madhavan MV, McGroder C, Stevens JS,
Cook JR, Nordvig AS, Shalev D, Sehrawat TS, Ahluwalia N, Bikdeli B, Dietz D,
Der-Nigoghossian C, Liyanage-Don N, Rosner GF, Bernstein EJ, Mohan S,
Beckley AA, Seres DS, Choueiri TK, Uriel N, Ausiello JC, Accili D, Freedberg
DE, Baldwin M, Schwartz A, Brodie D, Garcia CK, Elkind MSV, Connors JM,
Bilezikian JP, Landry DW, Wan EY. 2021. Post-acute COVID-19 syndrome.
Nat Med 27:601-615. https://doi.org/10.1038/s41591-021-01283-z.
Radermecker C, et al. 2020. Neutrophil extracellular traps infiltrate the
lung airway, interstitial, and vascular compartments in severe COVID-19. J
Exp Med 217:€20201012. https://doi.org/10.1084/jem.20201012.

Reizine F, Lesouhaitier M, Gregoire M, Pinceaux K, Gacouin A, Maamar A,
Painvin B, Camus C, Le Tulzo Y, Tattevin P, Revest M, Le Bot A, Ballerie A,
Cador-Rousseau B, Lederlin M, Lebouvier T, Launey Y, Latour M, Verdy C,
Rossille D, Le Gallou S, Dulong J, Moreau C, Bendavid C, Roussel M, Cogne
M, Tarte K, Tadié J-M. 2021. SARS-CoV-2-induced ARDS associates with
MDSC expansion, lymphocyte dysfunction, and arginine shortage. J Clin
Immunol 41:515-525. https://doi.org/10.1007/510875-020-00920-5.

Jing Y, Luo L, Chen Y, Westerberg LS, Zhou P, Xu Z, Herrada AA, Park C-S,
Kubo M, Mei H, Hu Y, Lee PP-W, Zheng B, Sui Z, Xiao W, Gong Q, Lu Z, Liu
C. 2021. SARS-CoV-2 infection causes immunodeficiency in recovered
patients by downregulating CD19 expression in B cells via enhancing B-
cell metabolism. Signal Transduct Target Ther 6:345. https://doi.org/10
.1038/541392-021-00749-3.

Silvin A, Chapuis N, Dunsmore G, Goubet A-G, Dubuisson A, Derosa L,
Almire C, Hénon C, Kosmider O, Droin N, Rameau P, Catelain C, Alfaro A,
Dussiau C, Friedrich C, Sourdeau E, Marin N, Szwebel T-A, Cantin D,
Mouthon L, Borderie D, Deloger M, Bredel D, Mouraud S, Drubay D,
Andrieu M, Lhonneur A-S, Saada V, Stoclin A, Willekens C, Pommeret F,
Griscelli F, Ng LG, Zhang Z, Bost P, Amit |, Barlesi F, Marabelle A, Péne F,
Gachot B, André F, Zitvogel L, Ginhoux F, Fontenay M, Solary E. 2020. Ele-
vated calprotectin and abnormal myeloid cell subsets discriminate severe
from mild COVID-19. Cell 182:1401-1418. https://doi.org/10.1016/j.cell
.2020.08.002.

Ma A, Cheng J, Yang J, Dong M, Liao X, Kang Y. 2020. Neutrophil-to-lym-
phocyte ratio as a predictive biomarker for moderate-severe ARDS in
severe COVID-19 patients. Crit Care 24:288. https://doi.org/10.1186/
513054-020-03007-0.

Laforge M, Elbim C, Frére C, Hémadi M, Massaad C, Nuss P, Benoliel J-J,
Becker C. 2020. Tissue damage from neutrophil-induced oxidative stress
in COVID-19. Nat Rev Immunol 20:515-516. https://doi.org/10.1038/
s41577-020-0407-1.

Veras FP, et al. 2020. SARS-CoV-2-triggered neutrophil extracellular traps
mediate COVID-19 pathology. J Exp Med 217:€20201129. https://doi.org/
10.1084/jem.20201129.

Combes AJ, Courau T, Kuhn NF, Hu KH, Ray A, Chen WS, Chew NW, Cleary
SJ, Kushnoor D, Reeder GC, Shen A, Tsui J, Hiam-Galvez KJ, Mufoz-
Sandoval P, Zhu WS, Lee DS, Sun Y, You R, Magnen M, Rodriguez L, Im
KW, Serwas NK, Leligdowicz A, Zamecnik CR, Loudermilk RP, Wilson MR,
Ye CJ, Fragiadakis GK, Looney MR, Chan V, Ward A, Carrillo S, Matthay M,
Erle DJ, Woodruff PG, Langelier C, Kangelaris K, Hendrickson CM, Calfee C,
Rao AA, Krummel MF, UCSF COMET Consortium. 2021. Global absence
and targeting of protective immune states in severe COVID-19. Nature
591:124-130. https://doi.org/10.1038/541586-021-03234-7.

Bernardes JP, Mishra N, Tran F, Bahmer T, Best L, Blase JI, Bordoni D,
Franzenburg J, Geisen U, Josephs-Spaulding J, Kohler P, Kiinstner A, Rosati
E, Aschenbrenner AC, Bacher P, Baran N, Boysen T, Brandt B, Bruse N, Dorr
J, Dréger A, Elke G, Ellinghaus D, Fischer J, Forster M, Franke A,
Franzenburg S, Frey N, Friedrichs A, FuB J, Gliick A, Hamm J, Hinrichsen F,
Hoeppner MP, Imm S, Junker R, Kaiser S, Kan YH, Knoll R, Lange C, Laue G,
Lier C, Lindner M, Marinos G, Markewitz R, Nattermann J, Noth R, Pickkers
P, Rabe KF, Renz A, Deutsche COVID-19 Omics Initiative (DeCOl), et al.
2020. Longitudinal multi-omics analyses identify responses of megakaryo-
cytes, erythroid cells, and plasmablasts as hallmarks of severe COVID-19.
Immunity 53:1296-1314. https://doi.org/10.1016/j.immuni.2020.11.017.

10.1128/jvi.00038-22 17


https://doi.org/10.1164/rccm.202008-3265OC
https://doi.org/10.1038/s41587-020-0602-4
https://doi.org/10.1038/s41587-020-0602-4
https://doi.org/10.1038/s41591-020-0901-9
https://doi.org/10.1016/S2666-5247(20)30144-0
https://doi.org/10.1016/j.cell.2021.01.004
https://doi.org/10.1016/j.cell.2021.01.004
https://doi.org/10.1056/NEJMoa2021436
https://doi.org/10.1056/NEJMoa2021436
https://doi.org/10.1038/s41577-020-00470-2
https://doi.org/10.1038/s41577-020-00470-2
https://doi.org/10.1126/scitranslmed.abe8146
https://doi.org/10.1016/j.cell.2020.05.027
https://doi.org/10.1084/jem.20201342
https://doi.org/10.1016/j.cell.2013.06.013
https://doi.org/10.1016/S2666-5247(20)30115-4
https://doi.org/10.1016/S2666-5247(20)30115-4
https://doi.org/10.1016/j.isci.2021.102711
https://doi.org/10.1016/j.febslet.2006.06.076
https://doi.org/10.1016/j.febslet.2006.06.076
https://doi.org/10.1038/s41422-020-00455-9
https://doi.org/10.1182/blood.v100.1.268
https://doi.org/10.1182/blood.v100.1.268
https://doi.org/10.1186/s12974-017-0944-0
https://doi.org/10.1186/s12974-017-0944-0
https://doi.org/10.1111/omi.12252
https://doi.org/10.1038/s41591-021-01283-z
https://doi.org/10.1084/jem.20201012
https://doi.org/10.1007/s10875-020-00920-5
https://doi.org/10.1038/s41392-021-00749-3
https://doi.org/10.1038/s41392-021-00749-3
https://doi.org/10.1016/j.cell.2020.08.002
https://doi.org/10.1016/j.cell.2020.08.002
https://doi.org/10.1186/s13054-020-03007-0
https://doi.org/10.1186/s13054-020-03007-0
https://doi.org/10.1038/s41577-020-0407-1
https://doi.org/10.1038/s41577-020-0407-1
https://doi.org/10.1084/jem.20201129
https://doi.org/10.1084/jem.20201129
https://doi.org/10.1038/s41586-021-03234-7
https://doi.org/10.1016/j.immuni.2020.11.017
https://journals.asm.org/journal/jvi
https://doi.org/10.1128/jvi.00038-22

Key Role of Neutrophil in Lethal SARS-CoV-2 Infection

31.

32.

33.

Grant RA, Morales-Nebreda L, Markov NS, Swaminathan S, Querrey M,
Guzman ER, Abbott DA, Donnelly HK, Donayre A, Goldberg IA, Klug ZM,
Borkowski N, Lu Z, Kihshen H, Politanska Y, Sichizya L, Kang M, Shilatifard
A, Qi C, Lomasney JW, Argento AC, Kruser JM, Malsin ES, Pickens CO,
Smith SB, Walter JM, Pawlowski AE, Schneider D, Nannapaneni P, Abdala-
Valencia H, Bharat A, Gottardi CJ, Budinger GRS, Misharin AV, Singer BD,
Wunderink RG, NU SCRIPT Study Investigators. 2021. Circuits between
infected macrophages and T cells in SARS-CoV-2 pneumonia. Nature 590:
635-641. https://doi.org/10.1038/s41586-020-03148-w.

Thille AW, Esteban A, Fernandez-Segoviano P, Rodriguez J-M, Aramburu
J-A, Vargas-Errazuriz P, Martin-Pellicer A, Lorente JA, Frutos-Vivar F. 2013.
Chronology of histological lesions in acute respiratory distress syndrome
with diffuse alveolar damage: a prospective cohort study of clinical
autopsies. Lancet Respir Med 1:395-401. https://doi.org/10.1016/52213
-2600(13)70053-5.

Zhou Y, Zhou B, Pache L, Chang M, Khodabakhshi AH, Tanaseichuk O,
Benner C, Chanda SK. 2019. Metascape provides a biologist-oriented

May 2022 Volume 96 Issue 9

34.

35.

36.

37.

Journal of Virology

resource for the analysis of systems-level datasets. Nat Commun 10:1523.
https://doi.org/10.1038/541467-019-09234-6.

Morse C, Tabib T, Sembrat J, Buschur KL, Bittar HT, Valenzi E, Jiang Y, Kass
DJ, Gibson K, Chen W, Mora A, Benos PV, Rojas M, Lafyatis R. 2019. Prolifer-
ating SPP1/MERTK-expressing macrophages in idiopathic pulmonary fibro-
sis. Eur Respir J 54:1802441. https://doi.org/10.1183/13993003.02441-2018.
Stuart T, Butler A, Hoffman P, Hafemeister C, Papalexi E, Mauck WM, Hao
Y, Stoeckius M, Smibert P, Satija R. 2019. Comprehensive integration of
single-cell data. Cell 177:1888-1902. https://doi.org/10.1016/j.cell.2019
.05.031.

Yu G, Wang L-G, Han Y, He Q-Y. 2012. clusterProfiler: an R package for
comparing biological themes among gene clusters. Omics 16:284-287.
https://doi.org/10.1089/0mi.2011.0118.

Bunis DG, Andrews J, Fragiadakis GK, Burt TD, Sirota M. 2021. dittoSeq:
universal user-friendly single-cell and bulk RNA sequencing visualiza-
tion toolkit. Bioinformatics 36:5535-5536. https://doi.org/10.1093/
bioinformatics/btaa1011.

10.1128/jvi.00038-22 18


https://doi.org/10.1038/s41586-020-03148-w
https://doi.org/10.1016/S2213-2600(13)70053-5
https://doi.org/10.1016/S2213-2600(13)70053-5
https://doi.org/10.1038/s41467-019-09234-6
https://doi.org/10.1183/13993003.02441-2018
https://doi.org/10.1016/j.cell.2019.05.031
https://doi.org/10.1016/j.cell.2019.05.031
https://doi.org/10.1089/omi.2011.0118
https://doi.org/10.1093/bioinformatics/btaa1011
https://doi.org/10.1093/bioinformatics/btaa1011
https://journals.asm.org/journal/jvi
https://doi.org/10.1128/jvi.00038-22

	RESULTS
	Application of severe disease mouse model to study SARS-CoV-2 induced lethality-associated biological processes.
	Innate inflammatory signature genes related to neutrophil activation were upregulated upon infection.
	scRNA-seq reveals a reduction of lymphocyte populations in lung.
	Neutrophil recruitment and activation in lungs as a major driver of the lethality-associated gene signature.
	Hyperinflammatory neutrophils accumulated in lungs of severe COVID-19 patients.
	SARS-CoV-2 triggered NET release in lung.
	Viral infection impaired the function of B cells.

	DISCUSSION
	MATERIALS AND METHODS
	Animal ethics.
	Postmortem analysis of lung samples from COVID-19 patients.
	Mouse infection.
	Blood sampling and biochemistry.
	Extraction of viral RNA and qRT-PCR.
	Histological analysis.
	Statistical analysis.
	Bulk RNA-seq and data analysis.
	scRNA-seq preparation of mouse lungs and spleens.
	scRNA-Seq data analysis (mouse). (i) Processing.
	(ii) Integration, dimensionality reduction, and clustering.
	(iii) Differential gene expression analysis.
	(iv) Gene expression visualization.
	scRNA-seq data analysis (human). (i) Acquisition and processing.
	(ii) Dimensionality reduction and cell annotation.
	(iii) Differential gene expression analysis.
	(iv) Calculation of inflammatory score.
	(v) Gene expression visualization.
	Statistics.

	SUPPLEMENTAL MATERIAL
	ACKNOWLEDGMENTS
	REFERENCES

