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GRAPHICAL ABSTRACT Overview of the study. SARS-CoV-2: severe acute respiratory syndrome coronavirus 2; COVID-19: coronavirus disease 2019;
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'.) The SARS-CoV-2 lung microenvironment is enriched for immunosuppressive macrophages in severe

Chock for disease. Collagen VI deposition contributes to alveolar thickening, and detection of serum PRO-C6
updates is predictive for mortality in hospitalised COVID-19 patients. https://bit.ly/3E3Wh1s
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Abstract
Copyright ©The authors 2025. Background While coronavirus disease 2019 (COVID-19) is primarily a respiratory infection, few studies
) o have characterised the immune response to COVID-19 in lung tissue. We sought to understand the
This version is distributed under . . . . . R
Y ——— pathogenic role of microenvironmental interactions and the extracellular matrix in post-mortem COVID-19
Commons Attribution Licence 4.0, 1ung using an integrative multi-omic approach.
Methods Post-mortem formalin-fixed paraffin-embedded lung tissue from fatal COVID-19 and nonrespiratory
death control lung underwent multi-omic evaluation by Quantseq Bulk RNA sequencing, Nanostring
commentary: GeoMx spatial transcriptomics, RNAscope, multiplex immunofluorescence and immunohistochemistry, to
https://doi.org/10.1183/ evaluate virus distribution, immune composition and the extracellular matrix. Markers of extracellular
13993003.00760-2025 synthesis and breakdown were measured in the serum of 215 patients with COVID-19 and 54 healthy
volunteer controls using ELISA.
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Received: 5 Oct 2023 Results We found that severe acute respiratory syndrome coronavirus 2 (SARS-CoV-2) infection was
Accepted: 16 March 2025 restricted to the pneumocytes and macrophages of early-stage disease. Spatial analyses revealed an
immunosuppressive virus microenvironment, enriched for PDL1'IDO1" macrophages and depleted of
T-cells. Oligoclonal T-cells in COVID-19 lung showed no enrichment of SARS-CoV-2 specific T-cell
receptors. Collagen VI was upregulated and contributed to alveolar wall thickening and impaired gas
exchange in COVID-19 lung. Serum from COVID-19 patients showed increased levels of PRO-C6, a
marker of collagen VI synthesis, predicted mortality in hospitalised patients.
a Conclusions Our data refine the current model of respiratory COVID-19 with regard to virus distribution,
BY immune niches and the role of the noncellular microenvironment in pathogenesis and risk stratification in

COVID-19. We show that collagen deposition is an early event in the course of the disease.

Introduction

Although vaccination efforts have reduced mortality from coronavirus disease 2019 (COVID-19) [1],
detailed insights into virus—host interactions in infected tissues are required to develop better therapies for
people who are ineligible for, or respond poorly to, vaccination [2—4]. Knowledge of the mechanisms
underpinning the development of severe COVID-19 could also identify biomarkers to better stratify patients.

While changes in the innate and adaptive immune responses to severe acute respiratory syndrome
coronavirus 2 (SARS-CoV-2) infection have been characterised extensively in the blood [5], understanding
the true nature of respiratory COVID-19 requires characterisation of immunopathology in lung tissues.
Bronchoalveolar lavage (BAL) studies have helped characterise the alveolar compartment [6, 7], but
cannot fully describe the pathology of other lung components, such as the interstitium and blood vessels,
which are poorly represented in BAL samples [8]. Furthermore, studies of dissociated lung tissues [9, 10]
lack information on spatial relationships [11] and while the histology of SARS-CoV-2-infected lung is well
described [12-14], the complexity of the immune landscape has not been properly characterised [15].
Defining the immune microenvironment of virus-infected cells has been particularly challenging, because
of conflicting reports on which cells are infected [6, 9, 16, 17]. Moreover, collagen deposition, recognised
for its role in COVID-19 lung fibrosis, is upregulated in the acute phase, but its clinical significance is
unknown [15, 18-20].

To address these shortcomings, we have conducted a deep spatial immunopathological characterisation of
COVID-19-infected lungs, describing the immune landscape, the nature and microenvironment of infected
cells, and the dynamics of extracellular matrix deposition. We report the identification of new serological
biomarkers of mortality which could be used to identify high-risk patients and guide better patient
management.

Materials and methods

Multi-omic profiling was initially conducted on formalin-fixed paraffin-embedded (FFPE) lung tissues
from eight fatal COVID-19 cases from South Wales, UK (April-August 2020) and controls, including
Middle East respiratory syndrome (MERS) (n=1), rhinovirus (n=1), bacterial pneumonia (n=3) and
noninfectious samples (n=8). Validation cohorts included tissues from nine COVID-19 cases and three
nonrespiratory deaths from London, UK, and 10 COVID-19 cases from Siena, Italy. Serum samples were
obtained from healthy controls and COVID-19 patients described in detail later.

Tissues were stained with haematoxylin and eosin (H&E) and picrosirius red (PSR). Chromogenic
immunohistochemistry for collagen VI was performed on the Leica BondMax. A 38-plex multiplex
immunofluorescence (mIF) panel against immune lineage, functional and viral markers (supplementary
data file S1b) was performed on a tissue microarray using the PhenoCycler FUSION platform. A 10-plex
focused panel was applied to a wider collection of lung tissues (supplementary data file S1b). A separate
21-plex antibody validation panel was performed on the Lunaphore COMET to identify collagens,
structural markers, SARS-CoV-2 and immune cells.

Spatial transcriptomics was performed on three SARS-CoV-2 lungs, one MERS lung, one rhinovirus lung,
one bacterial pneumonia lung and two normal lungs (supplementary data file Sla) using the Nanostring
GeoMx Digital Spatial Profiler (DSP) and the Cancer Transcriptome Atlas panel with SARS-CoV-2-specific
spike-in probes.

Bulk RNA sequencing (RNAseq) was performed using the Lexogen QuantSeq 3’ mRNA-Seq Kit FWD
for Illumina sequencing. SARS-CoV-2 and interleukin (IL)6 mRNA was detected by in situ RNAscope
and Leica Multiplex Fluorescent Assay using probes against sense strands of the spike gene
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(V-nCoV2019-S, 845701, ACD), antisense strand of the orflab gene (V-nCoV2019-ORF1lab-sense, ACD)
and human IL6 (ACD).

T-cell receptor (TCR) sequencing was performed using the Oncomine TCR Beta-LR Assay (Thermo
Fisher), with preparation on the Ton Chef System and sequencing on the Ion GeneStudio S5 system.

10 markers of extracellular matrix formation and degradation and a marker of neutrophil activation
(supplementary table S10) were measured by competitive ELISA (Nordic Bioscience; Herlev Denmark) in
the serum of healthy controls and COVID-19 patients of varying disease severity (community,
convalescent, acute hospital, acute intensive therapy unit (ITU) and convalescent ITU).

Results

Multi-omic analysis of post-mortem lung tissues

Following histopathological assessment, FFPE lung tissues from eight patients who died from COVID-19
during the first pandemic wave, as well as pre-pandemic controls, comprising people who had died from
nonrespiratory causes (n=5), bacterial pneumonia (n=1), rhinovirus pneumonia (n=1) and MERS (n=1)
were subjected to 1) chromogenic single-plex immunohistochemistry, 38-marker mIF (PhenoCycler
FUSION) targeting immune lineage markers and SARS-CoV-2 (supplementary data file S1b), and
21-marker multiplex immunohistochemistry on the COMET platform for immune lineage and extracellular
matrix components; 2) multiplex RNAscope for SARS-CoV-2 RNA and pro-inflammatory cytokines;
3) Nanostring GeoMx DSP for alveolar and blood vessel tissue compartments (supplementary figure S1);
4) whole-transcriptome bulk mRNA expression by Quantseq 3" RNAseq; and 5) Oncomine TCR-§ chain
sequencing to define T-cell receptor specificities (figure 1a, supplementary table S1, supplementary data
file S1a). Validation was performed on two separate post-mortem cohorts comprising lung tissues from
nine COVID-19 cases and three controls (Imperial College London Tissue Bank, UK), and 10 COVID-19
cases (University of Siena, Italy).

Fatal COVID-19 shows a variable clinical course and ubiquitous diffuse alveolar damage

Of the initial eight patients (all white British; three males, five females; mean age 74 years, range 57—
89 years, mean body mass index 26 kg'm~2 (figure 1b and supplementary table S1), three died in the
community early in the course of COVID-19 (0-3 days from symptoms to death; early-stage), while the
remaining five patients died in hospital following a more protracted illness (13-36 days from symptoms to
death; late-stage). Positive SARS-CoV-2 virus swabs were obtained at post-mortem for the three
community deaths, and in life for the five hospital deaths. Of the latter, one patient underwent noninvasive
ventilation, and one was admitted to intensive care with invasive ventilation. Pathological assessment
identified diffuse alveolar damage in all patients. One patient showed florid organising pneumonia.
A subset of cases showed variable degrees of microthrombi (four out of eight), lymphocytic vasculitis
(three out of eight) and secondary bacterial/fungal infection (five out of eight) (figure 1b, c and
supplementary table S1). The two validation COVID-19 cohorts were from patients with late-stage disease
(>7 days symptom onset to death) (supplementary data file S1h, i) and all showed diffuse alveolar damage
(supplementary data file S1h, i).

SARS-CoV/-2 infection is confined to lung epithelium and a minority of macrophages in respiratory
COVID-19

We used a robust multi-omic approach to identify SARS-CoV-2 (figure 2a, supplementary figure S1). The
initial mIF-based detection of SARS-CoV-2 required the colocalisation of both spike and nucleocapsid
proteins, which are expressed contemporaneously during infection (supplementary figure S1) [21, 22].
Automatic histogram thresholding revealed that infected cells were present only in early-stage patients (i.e.
died within the first 3 days following symptom onset) (figure 2b). Almost all virus-positive cells had
type-2 pneumocyte morphology, were localised to alveoli, and expressed pan-cytokeratin (figure 2c).
A small fraction of CD68-positive macrophages were positive (supplementary figure S2). We did not
detect infection of any other cell type. We used RNAscope to confirm these findings and observed
SARS-CoV-2 genomic RNA only in epithelial cells from early-stage patients (figure 2d). Spatial
transcriptomics by Nanostring GeoMx confirmed the high levels of spike and orflab mRNA in the
alveolar compartment, with only small numbers of viral reads in the vascular compartment (figure 2e).
Bulk RNAseq showed that virus gene expression in early disease was dominated by expression of
nucleocapsid, spike and orflab genes, although very low numbers of virus reads remained in some
late-stage patients (figure 2f, g). Bulk RNAseq performed on the validation cohort of late-stage COVID-19
lungs showed very low SARS-CoV-2 virus (zero to five reads) in eight out of nine cases and high virus
(106 reads) in one case, consistent with early virus clearance; this latter patient died 8 days after symptom
onset (supplementary data file S1j). Collectively, our robust virus detection methodology showed excellent
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FIGURE 1 Study design and temporal-clinicopathological features of tissue cohort. a) Schematic diagram of study workflow; b) disease timeline of
coronavirus disease 2019 (COVID-19) cohort with associated clinical and pathological information; c) representative haematoxylin and eosin images
of normal and COVID-19 lung tissue. MERS: Middle East respiratory syndrome; FFPE: formalin-fixed paraffin-embedded; TMA: tissue microarray; IHC:
immunohistochemistry; mIF: multiplex immunofluorescence; ISH: in situ hybridisation; DSP: Digital Spatial Profiler; ITU: intensive therapy unit; BMI:
body mass index; DAD: diffuse alveolar damage; OP: organising pneumonia; LV: lymphocytic vasculitis; SBI: secondary bacterial infection.

concordance and demonstrated that SARS-CoV-2 virus is localised predominantly to lung epithelium and a
minority of macrophages (figure 2h).

COVID-19 lungs are infiltrated with diverse immune cell types, but are not enriched for SARS-CoV-2
specific T-cells

To assess cell frequency, deconvolution was performed on the Nanostring GeoMx DSP gene expression
data (supplementary figure S3). As expected, cases of bacterial pneumonia showed prominent neutrophil
infiltration. COVID-19 lungs showed mixed populations with a predominance of macrophages/monocytes,
neutrophils and fibroblasts. Smaller populations of CD4" T-cells, CD8" T-cells, natural killer (NK) cells,
plasma cells and B-cells were also present. Notably, CD4" T-cells were proportionally greater in normal
and rhinovirus controls.

To characterise the distribution of immune cells, a subset of four COVID-19 cases and three controls were
subject to 38-plex mIF (supplementary data file S1b). Images were de-arrayed and segmented with CellSeg
[23], and the resulting ~400 000 cells analysed by CELESTA to identify major cell types (supplementary
figure S3), including epithelial cells (pan-cytokeratin®), endothelial cells (CD34"), immune cells (CD45")
and smooth muscle actin-expressing mesenchymal cells (aSMA") [24]. Immune cells were clustered with
PhenoGraph to identify specific subpopulations (supplementary figure S3) [25]. The total number of cells
were downsampled to ~40000 and visualised on a t-distributed stochastic neighbour embedding plot
(figure 3a). In COVID-19 lungs, the predominant immune populations were monocytes/macrophages,
neutrophils, CD4" T-cells and CD8" T-cells, with smaller numbers of NK cells and B-cells (figure 3b).
Macrophages, neutrophil and T-cells showed a trend towards increasing numbers in late-stage disease cases
compared to early-stage, despite clearance of the virus from late-stage cases (figure 3c, supplementary
figure S3). Analysis of bulk sequencing data comparing differential expression in early-stage and late-stage
COVID-19 lungs showed an upregulation of MXI1, an interferon-mediated viral response gene in
early-stage disease (supplementary figure S3). This supports a viral mediated immune early response
followed by viral clearance and ongoing immune infiltration.

To explore the specificity of the infiltrating T-cells, we performed short-read TCR sequencing from seven
of the eight COVID-19 lung FFPE samples and seven control patients including the rhinovirus and MERS
pneumonia cases (supplementary data file S1c). All seven COVID-19 cases, regardless of disease stage,
and the single MERS case had similarly low values of Shannon index of diversity and richness (figure
3d), indicating oligoclonal TCR sequences. Accordingly, every COVID-19 lung sample, and the MERS
lung sample, contained TCR sequences that comprised 0.1-1% of the total repertoire, 1-10% of the total
repertoire and, for two late-stage COVID-19 cases and the MERS case, >10% of the repertoire (figure 3e).
We explored the antigen specificity of the TCR-B sequences in all lung samples by comparing them to
sequences reported to be specific for SARS-CoV-2 [26-30]. Although every COVID-19 lung sample
contained TCR-B sequences matching those reported to be SARS-CoV-2 specific, we detected similar
proportions of matching TCR- sequences in the control non-COVID-19 cases (figure 3f). TCR sequences
reported to be specific for other pathogens, including influenza, Epstein—Barr virus (EBV) and
cytomegalovirus (CMV) were also present, and in some cases comprised a substantial portion of the
repertoire (supplementary figure S4).

The microenvironment of SARS-CoV-2-infected cells is enriched for inmunosuppressive macrophages
and depleted of T-cells

We re-analysed the mIF data, measuring immune cell abundance in the 100 cells nearest to virus-infected
epithelial cells compared to noninfected epithelial cells of the same cases. We found that overall immune
cell (CD45" cells identified by CELESTA) numbers were significantly reduced in the proximity of
SARS-CoV-2-infected epithelial cells (figure 4a). However, against this background of an overall immune
cell deficit, we found that the numbers of human leukocyte antigen-DR" macrophages were significantly
increased irrespective of their distance from SARS-CoV-2-infected epithelial cells (figure 4b, c). Moreover,
most of these macrophages co-expressed inhibitory ligands, PDL1 and IDO1 (figure 4c and supplementary
figure S5). In contrast, neutrophils were significantly depleted from SARS-CoV-2-positive microenvironments
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of SARS-CoV-2 dual antibody detection; d) representative RNAscope fluorescence in situ hybridisation (FISH) images of SARS-CoV-2 infection in
macrophages; e) localisation of SARS-CoV-2 infection predominantly to the alveoli by Nanostring GeoMx Digital Spatial Profiler (DSP); f) bulk RNA
sequencing (RNAseq) viral load as a function of days post symptom onset of coronavirus disease 2019 (COVID-19); g) breakdown of viral gene
expression across early- and late-stage COVID-19 by bulk RNAseq; h) cross-platform validation of SARS-CoV-2 detection (mIHC, RNAscope FISH and
bulk RNAseq). mIF: multiplex immunofluorescence; DAPI: 4’,6-diamidino-2-phenylindole. *: p<0.05; ****: p<0.0001.

(figure 4b). CD4" and CD8" T-cells were also depleted from regions immediately adjacent to infected cells
(figure 4b). To explore possible mechanisms responsible for these differences, we profiled gene expression
in the alveolar microenvironment by Nanostring GeoMx DSP (figure 4d and supplementary data file S1g).
Alveolar regions from the same patient were assigned as either virus-high or virus-low based on the levels
of spike and orflab mRNA (supplementary figure S5). Virus-high alveoli displayed higher expression of
numerous chemokines and chemokine receptors (e.g. CCL5, CXCL13, CXCR4, CCL19, CCL2, CXCL11),
interferon-o. (IFNA1) and interferon regulatory factors (e.g. IRF8, IRF1). Pathway analysis showed
enrichment of chemokine/cytokine and lymphocyte chemoattractant pathways among upregulated genes
from SARS-CoV-2-infected microenvironments (figure 4e). Furthermore, RNAscope fluorescence in situ
hybridisation showed enrichment of IL-6-expressing cells in the microenvironment of SARS-CoV-2-infected
cells compared to noninfected regions of the same tissues (figure 4f). Thus, T-cells are excluded from the
immediate microenvironment of SARS-CoV-2-infected epithelial cells despite high levels of lymphocyte
chemoattractants (figure 4g).

Expression of type VI collagen is an early event in the pathogenesis of fatal respiratory COVID-19 and
MERS

Several collagen genes contributing to lung fibrosis have been reported to be upregulated in COVID-19
lungs [10, 15, 31]. To assess fibrosis-associated changes we first quantified alveolar wall thickness on
H&E stains. This revealed a reduction in mean alveolar space in patients who had a longer disease
duration compared to those who had died early after symptom onset (figure 5a, supplementary figure S6).
In addition, we stained tissues with picrosirius red (figure 5b) which revealed extensive fibrosis in both
early- and late-stage COVID-19 patients (supplementary figure S6). Fitting a least absolute shrinkage and
selection operator regression model between these morphological features and bulk RNAseq identified
collagen subunits (COL1A1 and COL1A2), heat shock proteins (HSP90AA1 and HSPA1A) and a cytosolic
leucine aminopeptidase involved in antigenic protein processing (LAP3) as the genes most predictive of
fibrosis (figure 5c). COL1A1 and COLIA2 were among the genes most predictive of lacunar space
reduction (supplementary figure S6).

Similarly, bulk RNA sequencing analysis revealed the upregulation of collagen genes, including COL1A1,
COL1A2, COL3A1, COL4A1, COL6A1, COL6A3 and COL15A (figure 5d, e). The same collagens were
also upregulated in the single case of MERS pneumonia, but not in the rhinovirus or bacterial pneumonia
lungs. Nanostring GeoMx spatial analysis also showed the upregulation of collagens in the alveolar
compartment of the late-stage COVID-19 and MERS (figure 5f, supplementary figure S6). These findings
were confirmed by bulk Quantseq RNAseq in a separate cohort of post-mortem lungs (eight COVID-19;
three deaths from nonrespiratory causes) which revealed the upregulation of COL1A1, COL1A2, COL3Al,
COLA41, COL6A1 and COL6A3 in COVID-19 lung compared to controls (supplementary figure S6e).

To assess the spatial distribution of collagens at a proteomic level, we established a 21-plex antibody panel
on the Lunaphore COMET platform targeting collagen type I, III, IV and VI and cell lineage markers
(supplementary data file S1b). Collagen type VI was markedly increased in the alveolar interstitium
compared to normal controls (figure 5g, h, supplementary figure S6). In the alveolar walls, collagen type VI
showed a fibrillar distribution and colocalised with alveolar wall thickening. Increased collagen VI in
SARS-CoV-2 lung compared to controls was confirmed upon quantitative assessment (p<0.05) (figure 5g).
Collagens I, TIT and IV did not show a marked increase in COVID-19 lungs compared to normal controls.

To confirm the increased interstitial deposition of collagen VI in COVID-19 lungs, two validation cohorts
comprising post-mortem lung tissues from the UK and Italy were stained for collagen VI by chromogenic
immunohistochemistry. Both cohorts showed an increase in the collagen to alveolar wall ratio contributing
to alveolar wall thickening and respiratory dysfunction (supplementary figure S6h, i). The increase was
statistically significant in the Italian cohort (p=0.007). Of note, the mean time from symptom onset to
death was longer in the Italian cohort (18 days, range 9-47 days) compared to UK patients (13 days, range
8-24 days) (supplementary data file S1h, i).
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FIGURE 3 Immune landscape and T-cell repertoire of coronavirus disease 2019 (COVID-19) lung infection. a) Downsampled t-distributed stochastic
neighbour embedding (tSNE) plot of identified cell types by multiplex immunohistochemistry (mIHC); b) cellular abundances of identified
phenotypes per region analysed and pie chart of cell types present in COVID-19 lungs; c) representative images of the immune shift from early- to
late-stage disease; d) Shannon diversity and richness of the COVID-19 tissue T-cell receptor (TCR) repertoire; €) clonal expansions of the tissue TCR
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Because macrophages are important in the fibroblast-mediated deposition of collagen in the lung, we
compared macrophage activation and collagen expression [32] by plotting total alveolar expression of a
macrophage activation gene set against the summated expression of collagens, COL1A, COL3A, COL4A
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and COL6A (figure 5i). Splitting the results into early- and late-stage patients, we found a strong
correlation between macrophage activation and collagen expression in both disease groups (early-stage

R=0.91, p=0.005; late-stage R=0.72, p=0.0034).
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FIGURE 6 Blood detection of tissue-derived extracellular matrix landscape of coronavirus disease 2019 (COVID-19). a) Serum proteomics cohort
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Elevated serum PRO-C6, a biomarker of type VI collagen synthesis, defines high-risk COVID-19

We measured collagen synthesis and degradation using ELISA in the serum of 215 COVID-19 patients of
varying severity (mild/asymptomatic, acute hospital, acute ITU, convalescent and convalescent ITU;
figure 6a) and 54 healthy controls. Markers of synthesis of collagen types III (PRO-C3) and VI (PRO-C6),
crosslinked type III collagen (PC3X), and degradation of collagen types I (C1M), III (C3M) and VI (C6M)
were all significantly elevated in acutely hospitalised cases, including those in ITU, but were decreased in
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convalescing patients (figure 6b, c, ). A marker of type IV collagen synthesis (PRO-C4) was significantly
increased in acute ITU cases compared to healthy and convalescent groups, but not compared to mild/
asymptomatic or acute hospital COVID-19 groups (figure 6d). Furthermore, blood clot formation (PRO-FIB)
and resolution (X-FIB), measured through circulating fibrinogen peptides, as well as two markers related to
neutrophil activity (CPa9-HNE, ELP-3), were also increased in acute cases (supplementary figure S7).

Acute hospital and acute ITU patients were stratified into high or low groups according to the mean serum
level of each marker. Patients with high PRO-C6 had significantly worse overall survival (acute hospital
p=0.0065; acute ITU=0.028) (figure 6i, j). No other serum extracellular matrix peptide showed a
significant association with survival. Combining both acute hospital and acute ITU cohorts, the high
PRO-C6 group had poorer survival compared to low PRO-C6 patients, after adjusting for age, sex and
ethnicity (hazard ratio 3.45, p<0.001) (figure 6k, supplementary figure S7). Our results identify PRO-C6
as a potential noninvasive test to identify high-risk hospitalised COVID-19 patients (figure 61).

Discussion

Using complementary multi-omic spatial and genomic assays, we profiled the immunopathology of
respiratory COVID-19. Our findings provide new information on the nature of infected cell types, the host
response and the impact of duration of infection, including changes in extracellular matrix composition. In
addition, we have described the immediate immune microenvironment of virus-infected cells identifying
several immune-evasive mechanisms. Finally, our data reveal a serum-based biomarker that identifies
high-risk patients.

Autopsy specimen analysis requires robust validation due to tissue autolysis and nucleic acid degradation
following FFPE sample processing. Our data were highly concordant across different multi-omic assays and
showed that SARS-CoV-2 was detectable mainly only in those who died early in the disease course.
Although bulk sequencing detected trace amounts of viral RNA in patients with more advanced disease, viral
proteins were undetectable. This time course is consistent with previous studies analysing fatal cases of
COVID-19 that showed the virus is cleared from the lung 2 weeks after symptom onset [33-36]. The range of
cell types in the lung reported to be infected by SARS-CoV-2 varies between studies. Some detected the virus
only in epithelial cells and macrophages [6, 35, 37] while others report that the virus can infect a much wider
range of immune cells, including neutrophils, mast cells, B-cells and T-cells [9, 15]. Based on our stringent
requirement for colocalisation of viral spike and nucleocapsid proteins we detected SARS-CoV-2 only in
epithelial cells and a small number of macrophages. Macrophages can be infected with SARS-CoV-2
in vitro and although this infection is abortive, the ensuing inflammasome activation, cytokine production
and pyroptosis appear to be strong contributors to the profound pro-inflammatory state [37, 38].

Our combined spatial transcriptomic and proteomic analysis allowed us to investigate the immune
neighbourhood of the SARS-CoV-2-infected cells and how this differed compared to noninfected epithelial
cells in the same tissues. Like other studies, we observed prominent intra-alveolar macrophages and an
interstitial lymphocytic infiltrate predominantly comprising T-cells [7, 39]. However, the immediate
microenvironment of infected epithelial cells was depleted of both CD4" and CD8" T-cells, potentially
limiting the effectiveness of adaptive antiviral immunity. Unexpectedly, while our TCR sequencing data
detected oligoclonal expanded T-cells, lung tissues from COVID-19 patients were not enriched for TCR
sequences reported to be SARS-CoV-2-specific [27-29]. We detected substantial numbers of TCR
sequences reported to be specific for nonrespiratory viruses such as CMV and EBV in COVID-19 and
control lung tissues. Therefore, a large proportion of T-cells in the lungs of patients who died from
COVID-19, rhinovirus or MERS appear to not be specific for the pathogenic infectious agent and are
instead presumably recruited nonspecifically in response to chemokine signals. Because we only studied
fatal cases of infection, we cannot exclude the possibility that larger numbers of SARS-CoV-2-specific
T-cells are present in those who recover. In contrast, macrophages were enriched in the neighbourhoods of
infected cells and expressed immunosuppressive molecules including PDL1 and IDO-1, most likely
induced by the strong interferon signature observed in infected alveoli [40—42].

Increased collagen synthesis plays a key role in chronic fibrotic lung conditions, such as idiopathic
pulmonary fibrosis (IPF) [43, 44]. Our data suggest that collagen VI contributes to acute respiratory
dysfunction through thickening of the alveolar wall, thus impeding gas exchange. The increased expression
of collagens and markers of collagen synthesis in patients with more advanced COVID-19 suggests that
collagen deposition is an ongoing process rather than a result of pre-existing lung fibrosis. Collagen gene
expression was also upregulated in the single case of MERS pneumonitis but not in cases of rhinovirus or
bacterial pneumonia. Other studies have shown that collagens are not upregulated in the lungs in acute
influenza infection [31]. Thus, increased collagen upregulation may be a feature of the acute phase of
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betacoronoavirus infections. Rhesus macaques infected with SARS-CoV-2 exhibit mild disease, in contrast
to humans. Notably, collagen gene expression is downregulated in their lungs, suggesting a potential link
between the absence of collagen upregulation and reduced disease severity in this model [45].

Whether collagen expression drives disease severity remains unclear. Collagen upregulation in COVID-19
may result from SARS-CoV-2 binding to angiotensin converting enzyme 2, disrupting the renin—
angiotensin system and relieving the suppression of fibrosis [46]. This mechanism could explain early
collagen deposition during acute infection. A similar pro-fibrotic role has been proposed for DPP4, the
receptor of MERS coronavirus [47]. Macrophages may also play a role in driving collagen upregulation
and fibrosis. In severe COVID-19 patients with acute respiratory disease syndrome, macrophages
upregulate pro-fibrotic pathways and have a phenotype like those found in IPF [31]. Macrophages in
COVID-19 and IPF upregulate genes that induce fibrosis and activate pro-fibrotic fibroblasts (e.g. COL,
FGF, SPP1, TGFB1, TGFBI, LGMN and CCL18). Our data align with these findings, showing that
macrophage activation is strongly associated with collagen upregulation. Similarly, MERS infects
macrophages in humans and animal models, rapidly increasing lung collagen expression [48, 49].

We demonstrate that collagen upregulation measured using simple serum-based assays is associated with
disease severity and outcome in the acute phase of the disease. Such a biomarker could improve the
management of patients with severe disease, including potentially identifying those requiring early
antifibrotic treatment. Given the strong link between collagen upregulation and fibrosis, these assays might
also identify patients at risk of long-term fibrosis.

Studying interactions between immune cells, lung structures and the virus requires intact tissue, rarely
sampled during acute respiratory infections. Consequently, our study relied on post-mortem tissue from
fatal COVID-19 cases, which may overrepresent features specific to severe outcomes. While the extent to
which these findings reflect in-life immunopathology is unclear, key collagen changes observed
post-mortem were validated in serum samples from living patients. This underscores the value of
post-mortem studies in uncovering novel disease biology and identifying predictive biomarkers, providing
a framework for future viral pandemics.

Acknowledgement: The authors would like to acknowledge support from Emma Braybrook, Sean James and the
NIHR West Midlands CRN-funded COVID-19 Digital Collaboration Biobank for providing serum samples and
associated patient data.

Data availability: All material, data generated, and code used for analysis will be made available upon publication.

Ethics statement: The study (LoST-SoCC: IRAS 193937) was approved by the Newcastle North Tyneside 1 research
ethics committee (19/NE/0336).

Author contributions: Conceptualisation and methodology: M.R. Pugh, E. Fennell, G.S. Taylor and P.G. Murray.
Investigation: M.R. Pugh, E. Fennell, A.M. Ross, C.I. Leahy, T. Perry, G. Reynolds, E. Youd, G. Leopold, K.J. Hunter,
N. Nikulina, B.B. Cheikh, O. Braubach, A.T. Mayer, J. Skidmore, C.A. Jahangir, A. Rahman, W.M. Gallagher, O.S. Thein,
K.B.R. Belchamber, D.R. Thickett, A. Scott, R. Attanoos, S. Lazzi, L. Leoncini, A. Richter, LS. Young,
D. Grammatopoulos and T. Venith. Analysis: E. Fennell, M.R. Pugh, G.S. Taylor, R. Attanoos, E. Youd, G. Leopold and
R.R.R. Darwish. Visualisation: E. Fennell, M.R. Pugh and G.S. Taylor. Funding acquisition: M.R. Pugh, P.G. Murray,
G.S. Taylor, B.E. Willcox and E. Fennell. Project administration: M.R. Pugh. Supervision: P.G. Murray, G.S. Taylor,
M.R. Pugh, B.E. Willcox, S. Dojcinov, N. Steven and A. Culhane. Writing the original draft: E. Fennell, M.R. Pugh,
G.S. Taylor and P.G. Murray. Review and editing of the draft: P.G. Murray, M.R. Pugh, E. Fennell, G.S. Taylor
and A. Culhane.

Conflicts of interest: Serum ELISA assays were performed by Nordic Bioscience for no fee. J.M. Biilow Sand,
M.A. Karsdal and D.J. Leeming are employees of Nordic Bioscience. Multiplex immunofluorescence (mlIF) on the
Akoya Phenocycler platform were performed by Akoya Biosciences for no fee. N. Nikulina, B.B. Cheikh and
0. Braubach were employees of Akoya Biosciences. Initial analysis of the mIF was performed by A.T. Mayer of
Enable Medicine for no fee. A.T. Mayer is president, chief scientific officer and founder of Enable Medicine. The
remaining authors have no potential conflicts of interest to disclose.

Support statement: This work was supported by the Medical Research Council (grant MR/T001755/1 to M.R. Pugh),
the Irish Research Council (to E. Fennell and P.G. Murray) and proximity to discovery funding (to B.E. Willcox).
Funding information for this article has been deposited with the Crossref Funder Registry.

https://doi.org/10.1183/13993003.01699-2023 13

Downloaded from https://publications.ersnet.org on January 14, 2026 by guest. Please see licensing information on first page for reuse rights.


https://www.crossref.org/services/funder-registry/

EUROPEAN RESPIRATORY JOURNAL

ORIGINAL RESEARCH ARTICLE | E. FENNELL ET AL.

References

1

Watson OJ, Barnsley G, Toor J, et al. Global impact of the first year of COVID-19 vaccination: a mathematical
modelling study. Lancet Infect Dis 2022; 22: 1293-1302.

2 Herold T, Jurinovic V, Arnreich C, et al. Elevated levels of IL-6 and CRP predict the need for mechanical
ventilation in COVID-19. J Allergy Clin Immunol 2020; 146: 128-136.

3 Liu Z, Li J, Chen D, et al. Dynamic interleukin-6 level changes as a prognostic indicator in patients with
COVID-19. Front Pharmacol 2020; 11: 1093.

4 Scherger S, Henao-Martinez A, Franco-Paredes C, et al. Rethinking interleukin-6 blockade for treatment of
COVID-19. Med Hypotheses 2020; 144: 110053.

5 Moss P. The T cell immune response against SARS-CoV-2. Nat Immunol 2022; 23: 186-193.

6 Grant RA, Morales-Nebreda L, Markov NS, et al. Circuits between infected macrophages and T cells in
SARS-CoV-2 pneumonia. Nature 2021; 590: 635-641.

7 Liao M, Liu Y, Yuan J, et al. Single-cell landscape of bronchoalveolar immune cells in patients with COVID-19.
Nat Med 2020; 26: 842-844.

8 Zaidi A, Kaur H, Gupta P, et al. Role of bronchoalveolar lavage in diagnosing pulmonary infections and
malignancies: experience from a tertiary care center. Diagn Cytopathol 2020; 48: 1290-1299.

9 Delorey TM, Ziegler CGK, Heimberg G, et al. COVID-19 tissue atlases reveal SARS-CoV-2 pathology and cellular
targets. Nature 2021; 595: 107-113.

10 Melms JC, Biermann J, Huang H, et al. A molecular single-cell lung atlas of lethal COVID-19. Nature 2021; 595:
114-119.

11  Tomlin H, Piccinini AM. A complex interplay between the extracellular matrix and the innate immune
response to microbial pathogens. Immunology 2018; 155: 186-201.

12 Borczuk AC, Salvatore SP, Seshan SV, et al. COVID-19 pulmonary pathology: a multi-institutional autopsy
cohort from Italy and New York City. Mod Pathol 2020; 33: 2156-2168.

13 Carsana L, Sonzogni A, Nasr A, et al. Pulmonary post-mortem findings in a series of COVID-19 cases from
northern Italy: a two-centre descriptive study. Lancet Infect Dis 2020; 20: 1135-1140.

14  Menter T, Haslbauer JD, Nienhold R, et al. Postmortem examination of COVID-19 patients reveals diffuse
alveolar damage with severe capillary congestion and variegated findings in lungs and other organs
suggesting vascular dysfunction. Histopathology 2020; 77: 198-209.

15 Rendeiro AF, Ravichandran H, Bram Y, et al. The spatial landscape of lung pathology during COVID-19
progression. Nature 2021; 593: 564-569.

16 Sefik E, Qu R, Junqueira C, et al. Inflammasome activation in infected macrophages drives COVID-19
pathology. Nature 2022; 606: 585-593.

17 Speranza E, Williamson BN, Feldmann F, et al. Single-cell RNA sequencing reveals SARS-CoV-2 infection
dynamics in lungs of African green monkeys. Sci Transl Med 2021; 13: eabe8146.

18 Huang JJ, Wang CW, Liu Y, et al. Role of the extracellular matrix in COVID-19. World J Clin Cases 2023; 11:
73-83.

19 Margaroli C, Benson P, Sharma NS, et al. Spatial mapping of SARS-CoV-2 and H1N1 lung injury identifies
differential transcriptional signatures. Cell Rep Med 2021; 2: 100242.

20 Ojo AS, Balogun SA, Williams OT, et al. Pulmonary fibrosis in COVID-19 survivors: predictive factors and risk
reduction strategies. Pulm Med 2020; 2020: 6175964.

21 Bojkova D, Klann K, Koch B, et al. Proteomics of SARS-CoV-2-infected host cells reveals therapy targets.
Nature 2020; 583: 469-472.

22 Kim D, Kim S, Park J, et al. A high-resolution temporal atlas of the SARS-CoV-2 translatome and
transcriptome. Nat Commun 2021; 12: 5120.

23 Lee MY, Bedia JS, Bhate SS, et al. CellSeg: a robust, pre-trained nucleus segmentation and pixel
quantification software for highly multiplexed fluorescence images. BMC Bioinformatics 2022; 23: 46.

24  Zhang W, Li |, Reticker-Flynn NE, et al. Identification of cell types in multiplexed in situ images by combining
protein expression and spatial information using CELESTA. Nat Methods 2022; 19: 759-769.

25 Bodenheimer T, Halappanavar M, Jefferys S, et al. FastPG: fast clustering of millions of single cells. BioRxiv
2020; preprint [https://doi.org/10.1101/2020.06.19.159749].

26 Goncharov M, Bagaev D, Shcherbinin D, et al. VDJdb in the pandemic era: a compendium of T cell receptors
specific for SARS-CoV-2. Nat Methods 2022; 19: 1017-1019.

27  Meckiff BJ, Ramirez-Sudstegui C, Fajardo V, et al. Imbalance of regulatory and cytotoxic SARS-CoV-2-reactive
CD4" T cells in COVID-19. Cell 2020; 183: 1340-1353.

28 Minervina AA, Komech EA, Titov A, et al. Longitudinal high-throughput TCR repertoire profiling reveals the
dynamics of T-cell memory formation after mild COVID-19 infection. eLife 2021; 10: e63502.

29 Nolan S, Vignali M, Klinger M, et al. A large-scale database of T-cell receptor beta sequences and binding
associations from natural and synthetic exposure to SARS-CoV-2. Front Immunol 2025; 16: 1488851.

30 Tickotsky N, Sagiv T, Prilusky J, et al. McPAS-TCR: a manually curated catalogue of pathology-associated
T cell receptor sequences. Bioinformatics 2017; 33: 2924-2929.

https://doi.org/10.1183/13993003.01699-2023 14

Downloaded from https://publications.ersnet.org on January 14, 2026 by guest. Please see licensing information on first page for reuse rights.


https://doi.org/10.1101/2020.06.19.159749
https://doi.org/10.1101/2020.06.19.159749

EUROPEAN RESPIRATORY JOURNAL

ORIGINAL RESEARCH ARTICLE | E. FENNELL ET AL.

31 Wendisch D, Dietrich O, Mari T, et al. SARS-CoV-2 infection triggers profibrotic macrophage responses and
lung fibrosis. Cell 2021; 184: 6243-6261.

32 Murray LA, Chen Q, Kramer MS, et al. TGF-beta driven lung fibrosis is macrophage dependent and blocked by
serum amyloid P. Int J Biochem Cell Biol 2011; 43: 154-162.

33 Caniego-Casas T, Martinez-Garcia L, Alonso-Riafio M, et al. RNA SARS-CoV-2 persistence in the lung of severe
COVID-19 patients: a case series of autopsies. Front Microbiol 2022; 13: 824967.

34 Desai N, Neyaz A, Szabolcs A, et al. Temporal and spatial heterogeneity of host response to SARS-CoV-2
pulmonary infection. Nat Commun 2020; 11: 6319.

35 Schwab C, Domke LM, Rose F, et al. Cell tropism and viral clearance during SARS-CoV-2 lung infection. Pathol
Res Pract 2022; 236: 154000.

36  Stein SR, Ramelli SC, Grazioli A, et al. SARS-CoV-2 infection and persistence in the human body and brain at
autopsy. Nature 2022; 612: 758-763.

37 Junqueira C, Crespo A, Ranjbar S, et al. FcyR-mediated SARS-CoV-2 infection of monocytes activates
inflammation. Nature 2022; 606: 576-584.

38 Smith SE, Li J, Garbett K, et al. Maternal immune activation alters fetal brain development through
interleukin-6. J Neurosci 2007; 27: 10695-10702.

39 Szabo PA, Dogra P, Gray JI, et al. Longitudinal profiling of respiratory and systemic immune responses reveals
myeloid cell-driven lung inflammation in severe COVID-19. Immunity 2021; 54: 797-814.

40 Benavente FM, Soto JA, Pizarro-Ortega MS, et al. Contribution of IDO to human respiratory syncytial virus
infection. J Leukoc Biol 2019; 106: 933-942.

41 Garcia-Diaz A, Shin DS, Moreno BH, et al. Interferon receptor signaling pathways regulating PD-L1 and PD-L2
expression. Cell Rep 2017; 19: 1189-1201.

42 Sarkar SA, Wong R, Hackl SI, et al. Induction of indoleamine 2,3-dioxygenase by interferon-y in human islets.
Diabetes 2007; 56: 72-79.

43  Hoyer N, Jessen H, Prior TS, et al. High turnover of types Ill and VI collagen in progressive idiopathic
pulmonary fibrosis. Respirology 2021; 26: 582-589.

44  Jessen H, Hoyer N, Prior TS, et al. Turnover of type | and Ill collagen predicts progression of idiopathic
pulmonary fibrosis. Respir Res 2021; 22: 205.

45 Rosa BA, Ahmed M, Singh DK, et al. IFN signaling and neutrophil degranulation transcriptional signatures are
induced during SARS-CoV-2 infection. Commun Biol 2021; 4: 290.

46  Delpino MV, Quarleri J. SARS-CoV-2 pathogenesis: imbalance in the renin-angiotensin system favors lung
fibrosis. Front Cell Infect Microbiol 2020; 10: 340.

47  Sebastian-Martin A, Sanchez BG, Mora-Rodriguez JM, et al. Role of dipeptidyl peptidase-4 (DPP4) on COVID-19
physiopathology. Biomedicines 2022; 10: 2026.

48 Ju K, Yang VYL, Jeong Y, et al. Middle East respiratory syndrome-coronavirus infection into established
hDPP4-transgenic mice accelerates lung damage via activation of the pro-inflammatory response and
pulmonary fibrosis. J Microbiol Biotechnol 2020; 30: 427-438.

49  Zhou J, Chu H, Li C, et al. Active replication of Middle East respiratory syndrome coronavirus and aberrant
induction of inflammatory cytokines and chemokines in human macrophages: implications for pathogenesis.
J Infect Dis 2014; 209: 1331-1342.

https://doi.org/10.1183/13993003.01699-2023 15

Downloaded from https://publications.ersnet.org on January 14, 2026 by guest. Please see licensing information on first page for reuse rights.



	Multi-omic spatial profiling reveals the unique SARS-CoV-2 lung microenvironment and collagen VI as a predictive biomarker in severe COVID-19
	Abstract
	Introduction
	Materials and methods
	Results
	Multi-omic analysis of post-mortem lung tissues
	Fatal COVID-19 shows a variable clinical course and ubiquitous diffuse alveolar damage
	SARS-CoV-2 infection is confined to lung epithelium and a minority of macrophages in respiratory COVID-19
	COVID-19 lungs are infiltrated with diverse immune cell types, but are not enriched for SARS-CoV-2 specific T-cells
	The microenvironment of SARS-CoV-2-infected cells is enriched for immunosuppressive macrophages and depleted of T-cells
	Expression of type VI collagen is an early event in the pathogenesis of fatal respiratory COVID-19 and MERS
	Elevated serum PRO-C6, a biomarker of type VI collagen synthesis, defines high-risk COVID-19

	Discussion
	References


