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SUMMARY

As COVID-19 evolves from a pandemic to an endemic disease, the already stag-
gering number of people that have been or will be infected with SARS-CoV-2 is
only destined to increase, and the majority of humanity will be infected. It is
well understood that COVID-19, like many other viral infections, leaves a signifi-
cant fraction of the infected with prolonged consequences. Continued high num-
ber of SARS-CoV-2 infections, viral evolution with escape from post-infection and
vaccinal immunity, and reinfections heighten the potential impact of Long COVID.
Hence, the impact of COVID-19 on human health will be seen for years to come
until more effective vaccines and pharmaceutical treatments become available.
To that effect, it is imperative that the mechanisms underlying the clinical mani-
festations of Long COVID be elucidated. In this article, we provide an in-depth
analysis of the evidence on several potential mechanisms of Long COVID and
discuss their relevance to its pathogenesis.

INTRODUCTION

Since the first reported case of severe acute respiratory syndrome coronavirus 2 (SARS-CoV-2) infection in
Wouhan, China, in December 2019, the rampant COVID-19 pandemic has altered the fate of billions of peo-
ple around the world.! The virus has spread to all continents, with over 600 million confirmed cases of
COVID-19 and more than 6 million deaths reported worldwide.? Since only a fraction of acute infections
are diagnosed and reported, the overall burden of COVID-19 is considerably underestimated (see below).
The genetic evolution of SARS-CoV-2 in the face of immune pressures from natural and vaccinal immunity
has perpetuated this burden over time, with the unrelenting emergence of variants of concern and resultant
intermittent surges of infections.” SARS-CoV-2 endemicity appears likely, and future disease transmission
will depend on the interplay between virus evolution, host immunity, and the population’s vulnerability and
susceptibility to COVID-19."

Over the past years, the focus has transitioned from public health containment efforts and measures to miti-
gate mortality risk, via interventions to retard progression to severe disease, to global vaccination efforts to
prevent infection or severe disease, and more recently, to our efforts to understand and treat post-acute
sequelae of the COVID-19 (also abbreviated PASC or PACS) diseases, often referred to as “Long COVID",
abbreviated here as LC, and used throughout this article. It is estimated that over two-thirds of the global
population has been infected with SARS-CoV-2 already, the vast majority of whom were not diagnosed or
reported.”” A significant proportion of survivors experience a diversity of long-lasting clinical sequelae and
have an increased risk for new morbidity and possibly mortality.*® Up to 75% of critically ill patients, half of
all hospitalized patients, and up to 30% of patients with asymptomatic infection may develop LC,” "
although some epidemiological studies side with lower estimates.'""> Regardless of the exact numbers,
we are experiencing an unprecedented health crisis from an infection that is likely to become the most sig-
nificant source of debilitating disease of our lifetime, which can affect nearly every bodily organ in people of
any age. There is an urgent need to understand the pathobiology underpinning the development of this
major public health threat. The development of diagnostic tests, biomarkers for risk-stratification and prog-
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Figure 1. The potential biological mechanisms underpinning the development of Long COVID (LC)
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but were limited by the lack of scientific data which could incisively discriminate between the competing
proposed mechanistic bases of the diverse clinical phenotypes associated with the condition.'® Conse-
quently, many previous reviews sought to consolidate the available scientific literature by working
backward using clinical phenotypes and organ-specific deficits as the primary system of categorization.
In general, such reviews were less focused on biological mechanisms underpinning Long COVID.'®'%17
Still, others have focused primarily on the cellular and metabolic changes associated with incomplete
recovery, which are crucial for formulating mechanistic hypotheses but insufficient to reveal the discrete
biological mechanisms contributing to the likely multi-mechanistic pathogenesis of Long COVID."” Qur re-
view builds on the excellent work of our colleagues and provides a focused and comprehensive summary of
the biological mechanisms underpinning the development of Long COVID. We further review the latest up-
to-date results that support or question the reviewed hypotheses, and thereby contribute a different lens
for understanding this complex condition.

We performed a literature search in PubMed and EMBASE for “Post COVID-19 Condition”, “Post-acute
sequelae of COVID-19", “Long COVID", "Post-COVID", or “Post-COVID Syndrome” between 1 January
2020 and 1 September 2022. We manually searched references of identified studies and included all studies
in the English language. We considered all studies which evaluated a potential biological basis for the
persistence, recurrence, or emergence of symptoms following SARS-CoV-2 infection, at least four weeks
following acute infection.

This review identified several potential mechanisms for discussion, supported by published evidence,
including viral persistence, SARS-CoV-2 antigen persistence, microclot formation, autoimmunity, reactiva-
tion of latent viruses, mast cell activation, persistent systemic inflammation, dysbiosis, persistent central
nervous system inflammation, metabolic dysfunction/bioenergetic failure, and autonomic dysfunction
(Figure 1).

Given that the mechanisms we discuss herewith remain plausible and that none have to date been conclu-
sively demonstrated to be involved in LC pathogenesis, we also list interventional trials that are in progress
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for each of them. Indeed, in the absence of validated animal models for LC pathogenesis, it is the trials that
will be pivotal for distinguishing between the proposed LC mechanisms.

Pathogenic mechanisms of Long COVID

Viral persistence, shedding, and antigen persistence

Many virus infections are controlled and eliminated by the innate immune system, particularly by the induc-
tion of interferons, as a first line of host defense, and the subsequent development of the adaptive immune
response (virus-specific antibodies and cytotoxic T cells) to the pathogen. Virus replication products,
including double-stranded RNA and viral proteins, are recognized by the infected cell as viral pathogen-
associated molecular patterns by the cell’s pattern recognition receptors such as Toll-like receptors and
RIG-I-like receptors.”® SARS-CoV-2 is very sensitive to interferon, even more so than the original SARS-
CoV of the 2003 outbreak and SARS-CoV-2 replication is impaired by a primary, but not a secondary, infec-
tion by rhino- or influenza virus.”>*? Therefore, SARS-CoV-2 has evolved strategies, involving more than
half of its gene products, to evade the induction of the innate immune response.”’ Type | and type Ill inter-
feron responses are associated with better prognosis, while inborn defects in the interferon system or au-
toantibodies to interferon are associated with more severe symptoms.”*~¢

Coronaviruses, including SARS-CoV-2, continuously undergo evolution to manipulate, obstruct, and avoid
elimination by the host's immune response.”’ Some authors have suggested viral persistence as a patho-
genic mechanism behind both severe acute COVID and LC.">?%%* A study by Truong et al. (2021) demon-
strated that immunocompromised children and young adults were highly susceptible to persistent viral
infection, prolonged viral shedding, and the accumulation of viral variants. It was proposed that a weak
host immune response increased the emergence of SARS-CoV-2 variants to propagate viral persistence
through enhanced immune escape.” Indeed, the evidence on the emergence of the Omicron variant
strongly suggests that the major driver of viral evolution is the persistence of SARS-CoV-2 for prolonged
periods within an immunocompromised host.***° Furthermore, certain SARS-CoV-2 antigens have the po-
tential to act as superantigens, activating T cells through non-specific T cell receptor interactions, resulting
in immune overstimulation and cytokine hypersecretion, diminished potential for directed viral clearance,
and a negative feedback loop resulting in immune exhaustion or inhibition, and unintentional persistence
of the virus."'

Two types of persistence can occur for SARS-CoV-2 - persistent replication of infectious virus and persis-
tence of virus macromolecules (RNA and proteins). Either type of viral persistence would be predicted
to induce different states of immune system activation compared with acute infection. The current evi-
dence supporting a functional role for prolonged SARS-CoV-2 viral replication in the development of LC
is the discovery of viral genomic particles contained within bodily fluids extracted from infected hosts
following superficial recovery from the initial acute infection.”**® Stein et al. reported the detection of
SARS-CoV-2 RNA throughout the body, with evidence of viral replication at multiple extra-pulmonary
locations during acute infection. In addition, subgenomic RNA (indicative, but not diagnostic, of viral repli-
cation) persisted at some sites, especially the CNS, weeks after the initial symptoms.® Isolation of a repli-
cating virus from tissues in this study has been demonstrated as late as day 13 following symptom onset.
However, by definition, these autopsy cases reflect the situation where the host did not control the virus,
leading to the host's death. Moreover, the authors of this study explicitly state that it was not designed
to address LC. Therefore, we will likely have to await the results of clinical trials using antivirals in patients
with LC to resolve the importance of replicating virus in LC pathogenesis.

Viral RNA has been found in various tissues from patients with acute COVID-19 such as the adrenal
glands,*? kidneys,*? intestine,*" lymph nodes,”” spleen,’® and heart.”’ To date, the longest detected pres-
ence of SARS-CoV-2 RNA was 126 days in feces, 83 days in the upper respiratory tract, 60 days in blood, and
59 days in the lower respiratory tract.’’*®“? In a study of 29 patients with LC, the majority of whom expe-
rienced mild or moderate COVID-19, detectable plasma SARS-CoV-2 RNA was demonstrated at ~8 weeks
post-infection.” Similarly, SARS-CoV-2 RNA was detectable in the stool and urine, albeit at lower rates.
Despite the prolonged presence of SARS-CoV-2 RNA in the upper respiratory tract, successful efforts to
isolate live replication-competent virus from culture beyond 9 days from symptom onset have not been re-
ported, even in instances where subgenomic viral RNA has been detected.’’ However, Xu et al. demon-
strated cultivable SARS-CoV-2 in stool and urine samples from three convalescent patients for longer
than 4 weeks after infection.”’
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The presence of SARS-CoV-2 within the gastrointestinal (Gl) tract has multiple potential effects on human
health. Generally, maintaining appropriate homeostasis in the intestinal microbiome/virome environment
plays a significant role in host health [39]. Whether and in what instances the Gl tract may be vulnerable to
chronic infection with SARS-CoV-2 is poorly understood. There are many reports on successful isolation of
infectious SARS-CoV-2 virus from stool samples collected from patients with acute severe COVID-19.7%7>¢
However, it is unclear if infectious virus can be found in stool over the long term.>’>® Notably, a study by
Natarajan et al. (2022) observed extended fecal SARS-CoV-2 RNA shedding in participants who had unde-
tectable viral RNA in oropharyngeal swabs.”” Furthermore, these patients reported a host of both Gl and
systemic symptoms, providing evidence of clinically significant SARS-CoV-2 chronic gut infection. Zollner
and co-researchers (2022)°° demonstrated that viral antigens, but not the infectious virions, persisted in the
gut mucosa even after recovery from mild acute COVID-19 infection. The persistence of SARS-CoV-2 anti-
gens was determined to occur in 52%-70% of patients up to 7 months after the onset of symptoms. The
persistence of the nucleocapsid SARS-CoV-2 antigen was detected adjacent to or within gut-derived
CD8" T cells and epithelial cells. The significance of these observations is unclear, because this persistence
was unrelated to the severity of the acute COVID-19 illness or gut inflammation status.™

Through the utilization of conventional immunochemistry techniques, Cheung and co-researchers (2022)
detected the nucleocapsid protein of SARS-CoV-2 in the lymph nodes, gall bladder, liver, hemorrhoids,
ileum, appendix, and colon of five patients with COVID-19, ranging between 9 and 180 days after
testing negative for SARS-CoV-2 by nasal swab RT-PCR.”” SARS-CoV-2 viral nucleic acid was also found
in the pulmonary tissue of deceased patients with negative nasopharyngeal swab RT-PCR results.>*>% "¢
These findings strongly suggest that negative SARS-CoV-2 RT-PCR results from upper and lower airway
samples may not accurately represent complete viral clearance from the host.”” Whether the presence
of viral nucleic acid and antigens in the tissues is from persistence of infectious virus is unclear, and in-
depth studies will be necessary to determine the mechanism establishment of viral macromolecular
persistence and its potential to cause disease long after infection.”” Non-classical monocytes containing
S1 protein were found in circulation up to 15 months post-infection, and it was proposed that their
senescence and long-term circulation may reflect the acquisition of a proinflammatory phenotype,
consistent with the elevations in key inflammatory markers associated with LC.°*“* Finally, an intriguing
study by Swank et al. showed the presence of viral antigens in >70% of the 37 patients with LC from a
New England cohort using highly sensitive bead-based protein detection, with the whole S protein be-
ing most sensitive in detecting LC. Larger confirmatory studies are in progress to validate these
findings.**

A separate and relevant, but distinct, scenario is persistent viremia seen in immunocompromised individ-
uals.®’** In a study by Hagman et al. (2022), an analysis of 121 hospitalized patients with SARS-CoV-2
viremia demonstrated viral clearance at a median of 7 days following hospital admission, corresponding
to an average of 15 days after the onset of symptoms.“® Notably, the mortality risk increased with each addi-
tional day of viremia.®® Li et al. (2021) discovered upregulated proteomic markers that correlated with
SARS-CoV-2 viremia, including upregulation of SARS-CoV-2 entry factors such as angiotensin-converting
enzyme-2 (ACE2), cathepsin L, and furin, and elevated markers related to tissue damage affecting the
vascular endothelium, gastrointestinal tract, and lungs, and alterations in coagulation pathways.®’ Persis-
tent SARS-CoV-2 viremia has been demonstrated for up to 7 weeks after infection in immunocompromised
patients, raising the possibility of low-level chronic viremia as a biological mechanism contributing to the
genesis of LC.°® However, there is a paucity of data evaluating the burden of LC in immunocompromised
people. A study by Basic-Jukic (2022) determined that only 11.5% of renal transplant recipients who sur-
vived acute COVID-19 presented with no clinical symptoms or demonstrated no laboratory abnormality
during a median follow-up of 64 days. Prolonged symptoms and clinical complications were present in

°? The increased risk for

45.2% of patients, while 71.2% reported one or more laboratory abnormalities.
developing post-COVID clinical complications may be due to the impaired immunity in transplant recipi-
ents, owing to their treatments with immunosuppressants. Common symptoms reported by patients
included cognitive impairments (5.7%), dry cough (7.7%), peripheral neuropathy (7.7%), fatigue (11.5%),
and dyspnea (19.2%). Patients also had abnormal laboratory findings favoring clot formation, resistance
to clot degradation, inflammation, impaired antibody production, and an increased risk of venous throm-
boembolism.®” Several patients required re-hospitalization for severe complications, including reactivation
of herpesvirus and polyoma virus infections such as Epstein-Barr virus (EBV) and cytomegalovirus (CMV),
and BK virus, respectively.®” Also, elevated IgM antibodies against EBV or T cell responses against CMV
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have been seen in LC,’%”" and a recent study suggested that EBV reactivation and pre-existing HIV infec-

tion positively correlated with LC, while CMV reactivation negatively correlated with LC.?"?

HIVis an important form of immunodeficiency to consider in relation to SARS-CoV-2. People living with HIV/AIDS
(PLWHA,) are at a higher risk of developing severe COVID-19 complications because of dysregulated inflamma-
tion and a functionally impaired immune system.”* Studies suggest that PLWHA may pose a higher risk of devel-
oping COVID-19-related clinical complications, especially in the setting of HIV viremia and immunosuppres-
sion.”* In a recent LC study observing PLWHA, the prevalence of LC was 43.6%, with moderate to severe
acute COVID-19 being significantly linked to an increased risk for LC. The most common symptoms observed
in the participants included fatigue (19.1%) and cough (22.3%). Persistent symptoms ranged between 30 and
109 days following the onset of COVID-19 illness.”” Peluso et al. demonstrated that PLWHA were more likely
to develop LC than well-matched HIV-negative participants, had lower SARS-CoV-2-specific CD8" T cell re-
sponses, and mounted SARS-CoV-2-specific CD4" T cell responses which were functionally impaired by overex-
pression of the co-inhibitory receptor PD-1.”° Two previous studies revealed the possible beneficial effect of ART
on COVID-19 risk in PLWHA.”” It was hypothesized that ART might act as pre-exposure prophylaxis against
SARS-CoV-2, an idea based on the evidence that several ART drugs exert in vitro inhibitory activity against
SARS-CoV-2 viral replication.”* It has subsequently been shown that PLWHA who receive ART benefit from
the regimen’s effect on restoring a functional immune system rather than any direct inhibitory effects exerted
on the replication capacity of the SARS-CoV-2 virus.”* ' Whether and to what extent the aforementioned factors
may be further modulated by SARS-CoV-2 within-host evolution and escape in these and other immunocompro-
mised patients remains to be seen.

As shown by several studies, viral persistence and/or virus antigen persistence could potentially have direct
and indirect effects on the pathogenesis of LC.”*%%% Firstly, direct lytic cell death from viral infection would
contribute to tissue destruction; secondly, prolonged presence of viral proteins could impact many cellular
processes that could affect tissue and organ function.®” Finally, chronic inflammation and cell damage initi-
ated by viral persistence may induce both immune pathogeneses, with an inappropriate and overexu-
berant immune activation, autoimmune responses, including molecular mimicry.?¢%* The smoking gun,
in the form of isolation of a replicating SARS-CoV-2, has been lacking so far. Still, there is the possibility
of the direct or indirect involvement of viral macromolecules in mechanisms that could perpetrate and/
or contribute to LC. However, there is sufficient reason to launch interventional trials to explore whether
antivirals can prevent the onset, reduce the incidence, and ameliorate the clinical course of LC. While
off-label use of antiviral agents for the treatment of LC has been reported in clinical practice, there are
currently ongoing registered clinical trials evaluating antiviral agents for this indication which should
shed more light on this issue (NCT05576662, NCT05595369, NCT05668091).

Microclot formation

Recently, Pretorius and team showed that plasma derived from patients with LC contained microclots resis-
tant to ﬁbrinolysis85 SARS-CoV-2 RNA has been found in platelets, and severe acute infection is linked to
the activation and degranulation of platelets.?® The exact mechanism of platelet activation through SARS-
CoV-2viral interactions has not been fully elucidated. However, several mechanisms could explain this phe-
nomenon.®® Firstly, SARS-CoV-2 can interact with platelets and possibly activate them by direct interaction
of the viral spike protein with the host platelet receptor. Indeed, SARS-CoV-2 spike protein avidly binds to
ACE2 receptors, which are expressed at high levels on platelets. Alternatively, SARS-CoV-2 could bind to
platelets when coated with antiviral antibodies capable of binding to the FcyRIIA (CD32a) on platelets.®’
The SARS-CoV-2 spike protein binds to CD209 on platelets and also contains an arginine-glycine-aspartic
acid amino acid sequence that can develop interactions with integrins. Glycoprotein Ilb/Illa is the primary
receptor found on the platelet surface and readily binds multiple ligands that encompass the arginine-
glycine-aspartic acid sequence.®’

In addition, the envelope protein of SARS-CoV-2 has been shown to interact with Toll-like receptor 2 found
on platelets.?” Activated platelets release thrombin (Ila), leading to platelet aggregation and three-dimen-
sional clot formation.®® This event is catalyzed by collagen and von Willebrand factor that is exposed on
damaged vessel walls binding to glycoprotein Ib-IX-V, a platelet adhesion receptor located on the surface
of platelets. In physiological conditions, there is a balance between procoagulant and anticoagulant sys-
tems; this balance is often dysregulated in pathological conditions, which creates the potential for coagul-
opathy in affected individuals.®’
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As mentioned previously, these persistent microclots were highly resistant to fibrinolysis and contained
high levels of pro-inflammatory molecules, including alpha-2 antiplasmin (a2AP), Von Willebrand factor,
fibrinogen, and plasminogen.®” These microclots may release pro-inflammatory cytokines over a pro-
longed period. Thus, in addition to impeding microcirculatory flow, these microclots have the potential
to result in a persistent state of coagulopathy and hyperinflammation.®® On account of the prolonged state
of inflammation caused by viral persistence, an increase in dysregulated molecules such as serum amyloid
A and a2AP was identified in patient samples from LC and acute COVID-19 patients in comparison to
healthy control non-COVID-19 samples.*

Microclots may accumulate and disseminate within the microcirculation, eventually obstructing capillaries
and circulatory pathways, leading to hypoperfusion of tissues. Recently, it has been shown that the SARS-
CoV-2 spike protein can induce the formation of microclots by binding to soluble fibrinogen molecules
causing structural changes to complement 3, prothrombin, B and v fibrin/fibrinogen, thereby rendering
the molecule insoluble.”” Furthermore, the ACE2 and TMPRSS receptors are found universally on platelets
and vascular endothelium, to which the virus readily binds to infect host cells.”"”? Microclot formation lead-
ing to micro-occlusion may be a central mechanism for the development of LC®>7® and SARS-CoV-2 spike
protein could play a vital role in establishing the underlying hypercoagulability.”® Detecting the microclots
requires specialized laboratory equipment such as bright-field microscopes or fluorescence microscopy.
Hence, when the soluble component of the plasma is analyzed, the inflammatory molecules are not de-

tected, obfuscating their important role in LC.%>7%%*

Several trials are underway to evaluate the potential of anticoagulation or plasmapheresis for the treatment
of LC (NCT05445674, NCT05543590, ISRCTN10665760).

Mast cell activation

Mast cells (MCs), which are abundant in the interstitial tissue of organs, play a crucial role in the develop-
ment of diabetes mellitus type 2, rheumatoid arthritis, autoimmune diseases, and hypersensitivity reac-
tions.”* Disordered physiological processes underlying the onset of LC may be in part due to an abnormally
increased activation of atypical MCs induced by SARS-CoV-2. Symptoms associated with mast cell activa-
tion (MCA) are commonly observed in patients with LC, often mimicking the symptoms and disease severity
observed in individuals with idiopathic mast cell activation syndrome.”” It is estimated that up to 17% of the
world’s population is predisposed to MCA, which may be triggered by a viral infection such as COVID-19.7
Generally, MCs influence how the innate and adaptive immune system responds to invading viruses, par-
asites, or bacteria by using their ability to discern products of these invaders.”>”” These cells contain
growth factors, cytokines, heparin, and histamine, which they readily release upon MC activation and
degranulation to modulate numerous facets of the immune response and to direct the immune response
to the location of the antigen. The pattern of the hyperinflammation that occurs during COVID-19 is consis-
tent with an inflammatory response mediated through SARS-CoV-2-mediated MC activation, and such a
hyperactivation of MCs has been widely demonstrated in COVID-19 postmortem studies.””® Widespread
MC degranulation in the airways of SARS-CoV-2-infected mice and nonhuman primates has been indicated
by quantitation of MC-specific chymase protease.”® Importantly, pulmonary MCA persisted beyond the
acute infection, even after patents have tested negative for SARS-CoV-2 infection by PCR. Persistent
MCA is associated with extensive systemic inflammatory pathologies seen in LC, including myocardial
infarction, compromised microvasculature, endothelial damage, and intravascular coagulation. In histo-
pathological studies, MCs were observed to organize themselves along the blood vessel walls, placing
them in an optimal location to directly exert their effects on the vasculature, where MC-excreted mediators
can be disseminated via the circulatory system.”*”® Several studies have hypothesized that persistent hy-
perinflammation primarily mediated through MCA may be responsible for LC symptoms.”> 719!

Interestingly, MCs express coronavirus receptors such as CD26 (dipeptidylpeptidase), a multi-functional
type-Il transmembrane glycoprotein hypothesized to contribute to SARS-CoV-2-mediated pulmonary
inflammation.'®?%° This receptor has pleiotropic functions, including cell-cell and cell-matrix interactions,
hormone, and metabolic.'%* Activated MCs contain and secrete several active mediators, including TNF-a.
prostaglandins, leukotrienes, reactive nitrogen species, chondroitin sulfates, heparin, lysosomal enzymes,
granzyme, serotonin, cathepsin G, serine S1, histamine, carboxypeptidase, chymase, and tryptase. The role
of the latter three mediators has been implicated in the pathogenesis of LC.'%'%® Mucosa and connective
tissue MC-derived tryptase can trigger eosinophils to secrete IL-6 and -8 for neutrophil recruitment to
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affected sites. This enzyme may also stimulate inflammatory cytokine release from endothelial cells, such as
IL-8 and -1B. Tryptase has also been identified to exert epigenetic effects through its capacity to affect DNA
stabilization. Tryptase may contribute to cognitive impairments such as brain fog symptoms due to the in-
duction of vascular leakage, thus causing increased blood-brain barrier permeability.””'%*'%? In addition,
tryptase may contribute to post-infection fibrosis of the lungs by inciting the movement and division of pul-
monary fibroblasts leading to the reorganization and upregulation of fibroblastic collagen synthesis.'%
Chymases are members of a large serine protease family whose expression is unique to MCs.""” MC-
derived chymase can independently generate angiotensin Il from angiotensin | without the catalytic activity
of ACE and is often associated with vascular diseases.”''~""> Chymases activate transforming growth factor
B and matrix metalloproteinases, which contribute to fibrosis of the lungs.

Several clinical trials are registered or underway for the evaluation of antihistamines, leukotriene receptor
antagonists, and mast cell stabilizers in the treatment of LC (NCT044695704, EUCTR2021-000605-24-ES,
ISRCTN10665760).

Autoimmunity

Extrafollicular B cell expansion. Severe SARS-CoV-2 infection is marked by exaggerated extrafollicular
B cell expansion and production of both SARS-CoV-2-specific and autoreactive antibodies.®'"® This is im-
munophenotypically similar to the picture seen in severe systemic lupus erythematosus (SLE), with a pro-
found lack of follicular T helper cells.®® Extrafollicular B cell expansion in severe COVID-19 is characterized
by the induction of broadly SARS-CoV-2-reactive and autoreactive Thet-driven double-negative 2 (CD27,
IgD™, CD11c*, and CD217) B cells, again similar to the responses in patients with severe SLE.®®'"® Pro-
duced autoantibodies shown to clonally originate from these dysregulated naive cells contain few muta-
tions, are immunophenotypically consistent with an extrafollicular origin, and account for clinically relevant
autoreactivity. Importantly, during the resolution of severe COVID-19, this autoreactivity subsided and was
controlled. However, in a subset of patients with LC, the resolution was incomplete, and autoimmunity
against nuclear autoantigens and carbamylated proteins persisted.'"®

Molecular mimicry by viral antigens.  SARS-CoV-2 may elicit autoimmunity due to viral proteins’ mimicry
of human molecular chaperones.'"” Several studies have shown that in patients with severe COVID-19,
SARS-CoV-2 stimulates antibodies which interact with human-derived proteins.'' """ A process of molec-
ular mimicry may occur when microbial peptides/proteins possess homology to human tissue peptides/
proteins leading to an activation of autoreactive T or B cells,'*” leading to the onset of transient or chronic
autoimmune disorders. Molecular mimicry has also been implicated in heterologous immunity. The latter is
described as immunity in which the immune system responds to an unrelated or partially related antigen or
pathogen following exposure to another different antigen.'?*'?* In an in silico study by Nunez-Castilla et al.
(2022), molecular mimicry was described as a molecular match of at least five identical sequential amino
acids located in the SARS-CoV-2 spike protein and matched human protein sequences.’'® In addition to
favoring the production of autoantibodies, molecular mimicry by SARS-CoV-2 antigens may result in auto-
immunity by stimulating autoreactive T cells which have escaped central and peripheral tolerance

mechanisms.'?®

Autoantibodies and their effects.  Autoimmunity has been proposed as a possible pathobiological driver of
LC and some, but not all, reports have found autoantibodies in patients with LC."? At the present, definitive ev-
idence for or against this mechanism is lacking. There are several plausible mechanisms that may contribute to-
ward the onset of autoimmunity in patients with COVID-19. These include SARS-CoV-2-encoded superantigen-
mediated T cell activation, viral persistence-mediated chronic activation of the immune system, pathogen-host
tissue molecular mimicry, and increased secretion of peripheral and central cytokines. Furthermore, other con-
current microbial or viral infections (including reactivation of persistent herpesviruses) may contribute to autoan-
tibody production under inflammatory conditions, causing diverse autoantibody reactivity.'”” Pre-existing auto-
immunity is associated with severe COVID-19 disease, especially in individuals with Sjégren syndrome, systemic
lupus erythematosus, scleroderma, rheumatoid arthritis, myasthenia gravis, Guillain-Barre syndrome, multiple
sclerosis, autoimmune hepatitis, idiopathic pulmonary fibrosis, cardiac sarcoidosis, subacute bacterial endocar-
ditis, Dressler syndrome, and autoimmune myocarditis.'*~"*! Autoantibodies produce diverse clinical pheno-
types by disrupting and interfering with the body’'s biological systems via autoreactive attack against proteins,
DNA, and other cellular components.w32 However, more recently, multidimensional immune profiling of 99 pa-
tients with LC by rapid extracellular antigen profiling, a high-throughput method capable of measuring antibody
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reactivity to >6000 extracellular and secreted human proteins, failed to identify any stereotypical autoantibodies
to distinguish patients with LC from healthy controls.'** However, differential antigen targeting in the LC and
control groups revealed shared patterns of autoreactivity in a subset of patients with LC with tinnitus and nausea.
Moreover, it remains unclear whether antibodies to intracellular autoantigens and non-protein autoantigens are
implicated in the pathogenesis of Long COVID, as these issues were not addressed by the previous study.

Anti-type | interferon (IFN) (IFN-1) autoantibodies play an important role in COVID-19 pathogenesis.'*® Pre-
existing anti-IFN-I autoantibodies are strongly associated with an increased risk of developing severe
COVID-19."#%13113% Compared to the general population, an increased anti-IFNa autoantibody preva-
lence is seen in patients with systemic lupus erythematosus co-infected with COVID-19."%"%" Type | IFN
is a central alarm, a warning instruction for the human host to initiate immune responses to fight, neutralize,
and eliminate encountered viral infections. Deficiency of type | IFNs is a hallmark of many severe COVID-19
infections.'*° Bastard et al. (2020) revealed that 13.7% of patients with severe COVID-19 exhibited anti-IFN-
| autoantibodies, mostly neutralizing IFN-a.2 and IFN-w."?”"** In healthy individuals not exposed to SARS-
CoV-2, anti-IFN-I autoantibodies were only detected in 0.3% of the study population.'* The anti-IFN au-
toantibodies neutralize the ability of the corresponding type | IFNs to inhibit SARS-CoV-2 both in vitro and
in vivo.'?®'?7 In addition, a B cell autoimmune phenocopy of type | IFN autoimmunity was identified and
implicated in severe COVID-19 pneumonia, occurring in 12.5% of men and 2.6% of women.'?” While
anti-INF antibodies may increase the risk of LC by increasing the risk for severe COVID-19, it is less clear
if a direct relationship between anti-IFN antibodies and LC exists. It is plausible that anti-IFN antibodies
could delay viral clearance and may potentiate viral persistence. More recently, Peluso and colleagues
demonstrated that while anti-IFN antibodies are likely associated with severe COVID-19, they were uncom-
mon among individuals with Long COVID."*

In 2021, Chang and colleagues identified SLE-associated antinuclear antibodies (ANAs) in acute SARS-CoV-2-
infected individuals.'” Up to 44% of patients with autoantibodies detected at 2-3 months following
initial SARS-CoV-2 infection had shown mature autoantibody profiles, suggesting the possibility that the auto-
antibodies predated the viral infection”"'?” and a small portion of autoantibody-positive patients reported auto-
immune symptoms before contracting COVID-19.”" Notably, there was a strong negative correlation between
anti-SARS-CoV-2 antibodies and IFN autoantibodies.”" Inhibition of IFN-a2 may potentiate the activity of pro-
inflammatory cytokines, thereby provoking the generation of ANAs against self-antigens.”’ Chang and co-
workers found that patients reporting neurological LC symptoms had relatively higher anti-SARS-CoV-2 nucle-
ocapsid protein IgG concentrations, those with gastrointestinal-related LC symptoms were associated with
increased levels of several autoantibodies, and elevated IFN-a2 antibodies were associated with respiratory
LC symptoms.'*” High levels of anti-Ro/SS-A autoantibodies, as seen in patients with Sjégren syndrome, have
also been detected in individuals with severe COVID-19 pneumonia.w38 Unfortunately, it could not be deter-
mined whether the increased levels of anti-SSA/Ro autoantibodies were the direct cause or consequence of se-
vere COVID-19 pneumonia. However, it was hypothesized that COVID-19 pneumonia may have developed due
to an autoimmune response.'* Collectively, the diverse range of autoantibodies seen in patients with LC may
provide a potential explanation for the diverse phenotypes seen in LC."""*7%1

Arthur et al. (2021) identified the presence of anti-ACE2 autoantibodies in hospitalized and recovered pa-
tients with COVID-19.""° The study revealed that individuals with a history of SARS-CoV-2 infection have
elevated levels of ACE2 antibodies coupled with reduced activity of soluble plasma ACE2 and suppression
of exogenous ACE2 activity. These results are congruent with findings that suggest ACE2 antibodies only
develop after SARS-CoV-2 infection and cause a corresponding reduction in ACE2 functional activity, lead-
ing to increased angiotensin Il via the renin-angiotensin-aldosterone system, stimulating a pro-inflamma-
tory state, which may initiate symptoms related to LC."*° The anti-ACE2 autoantibodies are presumed to
facilitate the persistence of inflammation, a central characteristic of autoimmune disease. While SARS-CoV-
2 antibodies declined within 5-12 months following the acute infection, LC patients remained ACE2 anti-
body positive 12 months after the initial acute infection. These findings support the mounting evidence
linking LC and autoimmunity.'”® It will be of importance to test RAAS inhibitors in ameliorating LC or
some of its phenotypes to test this pathogenesis avenue.

Longitudinal timepoint analysis conducted by Su et al. (2022) revealed three significant findings on LC.”"

Firstly, LC-associated Gl phenotypes correlated with newly expanded cytotoxic CD8" and CD4™* T cell pop-
ulations at 2-3 months following the acute infection.”’ This includes SARS-CoV-2-specific clonal T cell
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progenies that become activated during the recovery phase before identification of LC. The authors sug-
gested that this event may be connected to Gl viral shedding. LC Gl symptoms may involve CMV-specific
T cell bystander activation proposing the additional contribution of non-specific T cell activation, which
may further spur LC Gl symptoms. Secondly, after 2-3 months, patients with LC could be segregated
into one of four distinct immune endotypes, providing a potential basis to stratify LC types and pathogen-
esis. These findings need further longitudinal follow-up and corroboration. Thirdly, these authors found
time-evolving connections of measurable LC risk factors from acute infection to convalescence. In the
convalescence phase, LC risk factors are relatively independent of each other, suggesting that these risk
factors may require independently targeted treatments once convalescence has been reached.”’

COVID-19 is associated with diverse forms of coagulopathy and demonstrates a prolific potential for
thrombogenesis, and some of them may be autoimmune in nature. A higher-than-expected prevalence
of anti-phospholipid antibodies (APLAs) in patients with COVID-19 may partially explain this risk.'**"1%*
There are three major types of APLAs, those against beta-2 glycoprotein | (B2GPI), lupus anticoagulant
(LAC), and anticardiolipin (aCL)."*> These antibodies bind to cell membrane proteins to induce coagula-
tion dysfunction.'*” Approximately 47% of severely ill patients with SARS-CoV-2 produced B2GPI or/and
aCL autoantibodies.*®"" In addition, patients with severe COVID-19 had significantly higher concentra-
tions of aCL autoantibody than patients with moderate infection.'**'*%'*? Elevated LAC concentrations
are evident among patients with COVID-19 with coagulation disorders.'® The persistence of these an-
tibodies beyond acute infection may result in an increased long-term risk of venous thromboembolism,
microcirculatory insufficiency, and pervasive impairment of perfusion in multiple organ systems.m’w3
Increased prevalence of thrombotic events is often associated with IgG phosphatidylserine/prothrombin
(aPS/PT) autoantibodies, frequently observed in individuals with LC."215% |1n 2020, a study by Zuo et al.
(2020) reported that 24% of 172 hospitalized SARS-CoV-2-infected patients produced aPS/PT IgG."*
Moreover, a platelet-activating antibody, anti-heparin-PF4 (aPF4), was also found in patients with
COVID-19 with severe infection, especially in those who experienced heparin-induced thrombocyto-
penia. Contrastingly, some patients with SARS-CoV-2 had circulating aPF4 without heparin pre-exposure.
These findings support the hypothesis that SARS-CoV-2 can cause coagulation disorders via an autoim-

mune response.'#15571%7

Several planned or ongoing clinical trials seek to ameliorate autoimmunity through corticosteroid therapy,
intravenous immunoglobulins, human ribonuclease therapy, and plasmapheresis (NCT04944121,
NCT05543590, NCT05350774, NCT05445674).

Other potential mechanisms

Pathogenic mechanisms mentioned in the following section are less substantiated and are mentioned for
completeness of the discussion of LC pathogenesis.

Inflammation is a common fallout from many of the mechanisms discussed in this paper and should be
considered when discussing LC pathogenesis. Acute COVID-19 comes with a plethora of inflammatory
changes, the most persistent and distinguishing ones involving IL-6, CRP, and to a lesser extent TNFa.
and other proinflammatory molecules that correlate with severe COVID-19. However, from the earliest
studies onward, it became clear that acute disease markers and phenotypes do not linearly translate
into the LC stage, and that was the case with inflammatory markers as well.”" A more recent study by
Ruffieux et al. did link inflammatory, immune, and metabolic profiles at the transition from acute
COVID-19 to recovery.” These authors found a remarkable correlation between inflammation, immune,
and metabolic abnormalities, clustering around CRP as a convenient, sensitive, and robust biomarker to
predict recovery trajectories. As they followed these parameters for up to a year, the authors found
persistent disruption of measured markers up to 6 months specifically in the group characterized by
high initial inflammation. Moreover, these biological changes, centered around proinflammatory cyto-
kines, correlated well with delayed clinical recovery rates, and were predictive of excess mortality in
the most severe group as well."” However, there were individual patients in that study who exhibited
complete biochemical and inflammatory recovery, yet still exhibited LC symptoms. This suggests that
inflammation, measured by a simple and reliable clinical test such as CRP, can be a good parameter
to predict some, but not all, COVID-19 recovery and LC trajectories. Mechanistic causality, however, re-
mains to be investigated, and that should begin with meta-analysis of large cohorts of patients receiving
steroid and non-steroid anti-inflammatory treatments.
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SARS-CoV-2 infection-induced reactivation of latent herpesviruses as a possible contributing factor to LC
has been studied. In a study of 215 individuals with Long COVID, unexpected increases were observed in
antibody responses directed at EBV."*° Also, in a cohort of 280 adults with prior SARS-CoV-2 infection, Pe-
luso et al. observed that LC symptoms, such as fatigue and neurocognitive dysfunction at a median of
4 months following initial diagnosis, were associated with serological evidence of recent EBV reactivation
(early antigen-diffuse IgG positivity or high nuclear antigen IgG levels) but not with ongoing EBV viremia.
Serological evidence suggesting recent EBV reactivation (early antigen-diffuse 1gG positivity) was most
strongly associated with fatigue (OR = 2.12). In this study, underlying HIV infection was also associated
with neurocognitive LC (OR = 2.5). However, those with serologic evidence of prior CMV infection were
less likely to develop neurocognitive LC (OR = 0.52).”% In another study, the authors tested for SARS-
CoV-2 RNA in stool and throat washings, and EBV DNA in stool, throat washings, and blood by real-
time PCR (EBV) and real-time RT-PCR (SARS-CoV-2) in 30 patients with LC characterized by persistent
fatigue, post-exertional malaise, autonomic dysfunction and/or orthostatic intolerance, and who all had
had a mild SARS-CoV-2 infection. Twenty age- and sex-matched patients who had fully recovered after
the SARS-CoV-2 infection served as controls. SARS-CoV-2 RNA indicating persistent infection was not
detected in throat washing or stool. SARS-CoV-2 antibody titers (IgA and IgG) did not differ between
the cohorts. EBV real-time PCR was negative in all blood or stool samples. However, EBV DNA was de-
tected in throat washings in 15/30 (50%) of patients with LC, while in only 4/20 (20%) of non-LC patients
(p = 0.0411)."°® A study of patients with myalgic encephalomyelitis/chronic fatigue syndrome (ME/CFS)
and healthy donors as controls analyzed whether a mild/asymptomatic SARS-CoV-2 infection imposes
latent EBV, HHV6, and HERV-K virus reactivation. At 3—6 months after infection, virus-specific antibodies
in saliva were substantially induced, indicating a strong reactivation of all three viruses in both cohorts.
In patients with ME/CFS, however, antibody responses were significantly stronger, in particular against
EBV-encoded nuclear antigen-1 than in the controls.’”

The difficulty in interpreting these findings lies in the fact that many stressors, including infectious diseases,
will reactivate persistent infections and that correlation/timing here may reflect an epiphenomenon and
not a causal link. Therefore, the role of reactivated EBV infection in the development of LC remains to
be fully elucidated.

The metabolic sequelae of SARS-CoV-2 infection are highly complex, involving the dysregulation and
dysfunction of multiple organs. Closely related coronavirus diseases, such as the Middle East respiratory
syndrome and SARS, have been shown to prompt long-term metabolic modifications in recovered patients
causing liver disorders, altered glucose metabolism, and hypertriglyceridemia. The earliest bioenergetic
effects of SARS-CoV-2 infection occur through the binding of viral polypeptides to critical host cell mito-
chondrial proteins, retarding ATP production. However, SARS-CoV-2 produces a pervasive inhibition of
the transcription of key mitochondrial genes central to cellular respiration.'®” Mitochondrial dysfunction
and resultant bioenergetic failure have been demonstrated during acute infection, but establishing
impaired cellular respiration in the context of LC requires further research.'®"'%% Interventions seeking
to reverse bioenergetic failure, reduce reactive oxygen species production, and restore cellular meta-
bolism are currently under evaluation in several registered clinical trials (NCT05531019, NCT05373043,
NCT04604704, NCT05371288, NCT05152849, NCT04960215, EUCTR2020-005961-16-DK).

Recently, evidence has emerged to propose the role of the lung-gut axis in increasing the risk for severe
COVID-19."%* Gut microbiota dysbiosis correlates with poor clinical outcomes in mechanically ventilated
patients with COVID-19. These findings indicate a strong interrelation between SARS-CoV-2 consequences
and host gut microbiota, which may also be associated with an increased risk of LC. The substantial rise in
pathogenic bacteria and simultaneous reduction in anti-inflammatory microbiota promotes sustained in-
testinal inflammation during COVID-19, subsequently leading to prolonged recovery.'® Su and col-
leagues’ (2022) study followed 155 patients for 14 months after being diagnosed with acute COVID-19
infection; 76.4% were diagnosed with LC at six months and 78.7% at 14 months. In LC-associated dysbiosis,
the three most common symptoms were disrupted sleep (35.5%), cognitive difficulties relating to memory
(44.5%), and fatigue (50.9%). It was found that the gut microbiota of the patients with LC did not fully
recover when compared to the healthy control group (no COVID-19 diagnosis) at one year in patients
with LC."®® Metabolic pathways accompanying the generation of proinflammatory molecules were abun-
dantly increased. In contrast, anti-inflammatory pathways were downregulated, which may be one of the
main attributes underlying the persistence of LC and associated symptoms.'®” Whether and to what extent
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the microbiome dysregulation may further be potentiated by an infection- or inflammation-mediated in-
crease in gut permeability (‘leaky gut”) remains to be evaluated. A clinical trial investigating the role of fecal
microbiota transplantation in the treatment of LC is underway (NCT05556733).

Amyloidogenesis is a speculative mechanism for LC."*® Persistent LC symptoms, including cognitive,
behavioral, and psychiatric symptoms, resemble those seen in neurodegenerative disorders. Many neuro-
degenerative diseases such as Parkinson and Alzheimer are distinguished by the abundance of amyloid or
amyloid plaque.’®” Spike protein amyloid fibrils are known to localize in nerve tissues and to undergo het-
erologous seeding to promote accumulation and aggregation of endogenous proteins, which may lead to
neurodegeneration. In patients with COVID-19, blood clotting is related to extracellular amyloidotic
fibrillar assemblages. This was experimentally proven by demonstrating hypercoagulation and impaired
fibrinolysis in the plasma from healthy donors when incubated with the viral spike protein. Previous studies
have linked amyloidosis to thromboinflammation, activation of surface-activated coagulation system (FXII
Kallikrein/Kinin), disruption of the fibrinolytic system, dysregulation of blood coagulation, and cerebral am-
yloid angiopathy, collectively, suggesting budding associations between COVID-19 phenotypes and
S-protein amyloidogenesis. A study conducted by Nystrom and Hammarstrom (2022) found amyloidal se-
quences in SARS-CoV-2 spike protein and that endoproteolytic cleavage of the protein resulted in amyloid
formation.”’® Amyloidosis, resulting from the systemic deposition of amyloid proteins, may present as
localized or systemic conditions with many phenotypes overlapping with the reported LC clinical
phenotypes.'”°

Some symptoms observed in patients with LC suggestimmune or virus-induced autonomic nervous system
(ANS) disruption, resulting in temporary or possibly long-term orthostatic intolerance. Many have hypoth-
esized that COVID-19 infection affects the ANS and that the SARS-CoV-2 virus itself may mediate the resul-
tant autonomic dysfunction. Postural orthostatic tachycardia syndrome (POTS) involves many symptoms
such as nausea, heart palpitations, blurry vision, headaches, tiredness, cognitive impairments, and light-
headedness. The exact cause underlying the development of POTS in LC remains unknown, but dysauto-
nomia has been commonly implicated. Autonomic disorders like POTS are often associated with abnormal
activity of muscarinic receptors and alpha and beta (2/f) adrenoreceptors. Usually, when a healthy individ-
ual stands, blood accumulates in the pelvis and limbs, which causes a reduction in venous return to the
heart. Cardiac baroreceptors, sensing the volume change, stimulate an increase in sympathetic adrenergic
and neural tone modulated by epinephrine and norepinephrine, respectively. Consequently, these events
lead to tachycardia and splanchnic vascular bed vasoconstriction for elevated venous cardiac return. Dur-
ing orthostatic intolerance, norepinephrine and epinephrine release induces distinct tachycardia, mani-
festing as chest pain, shortness of breath, and palpitations, symptoms frequently associated with LC.
Extremely high catecholamine levels can cause inconsistent vasodilatation, withdrawal of sympathetic ac-
tivity, and vagus nerve activation which may compound the symptoms.’”'='7?

In a study on the neuropathology in the brain and brainstem of SARS-CoV-2-infected nonhuman primates,
Rutkai et al. found neuroinflammation, micro-hemorrhages, signs of brain hypoxia, and a neuropathology
that would be consistent with hypoxic-ischemic injury in SARS-CoV-2, including evidence of neuron degen-
eration and apoptosis.'’* This was primarily seen in the cerebellum, brainstem, and basal ganglia. Impor-
tantly, this was seen among infected animals that did not develop severe respiratory disease, and therefore
could provide insight into neurological symptoms associated with the brain fog seen in LC. Sparse virus
antigen or RNA was detected in brain endothelial cells but did not associate with the severity of central
nervous system injury. Several interventions aimed at improving cerebral blood flow and oxygenation,
reducing neuroinflammation, restoring neurotransmitter activity, and enhancing cognitive performance
are under investigation in clinical trials (NCT04997395, NCT05531019, NCT04809974, NCT04604704,
NCT05311852, NCT05074888, NCT05507372, NCT05430152, NL9742).

Conclusions and translational perspectives

Post-acute sequelae of viral infections are common, often leading to significant damage and loss of func-
tion in a subset of the infected population. COVID-19 and subsequent LC have taken the human population
by storm, with SARS-CoV-2 infecting a significant portion of the world population in less than three years
since its appearance. As COVID-19 transitions from a pandemic to an endemic disease, there is no doubt
that cases of LC will continue to occur for years to come. Thus, there is an urgency to fully understand the
cause(s) of LC and post-viral syndromes. From our discussion, and from the heterogeneity of LC
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presentations, consequently, there probably is no single pathogenic mechanism of LC but rather a com-
plex interplay between virus and host, which may determine the extent and severity of the sequelae in
different ways in different patients. Therefore, clinicians will have to arm themselves with knowledge of
the multifactorial nature of LC and perform detailed clinical phenotyping while studying diagnostic tools
and biomarkers that can guide their understanding of the driving mechanisms of pathology in the different
manifestations of the sequelae. Biomedical scientists will, conversely, have to team up with clinicians to

simultaneously apply comprehensive, unbiased multidimensional molecular analyses to elucidate the na-
ture of LC and eventually provide the most effective treatment to each patient. While more effective COVID
vaccines may become available and protect more individuals from infection, in the short-medium term, we
must be focused on understanding the mechanisms underlying the symptoms of Long COVID to inform
effective treatment approaches.

Inthatregard, and in the absence of clear “smoking guns” and “silver bullets"”, a special role in understand-
ing LC will belong to pragmatic, small, and deeply studied clinical trials. In other words, as the clinical trials
are initiated, there is utmost urgency to make sure that biomedical samples are collected throughout, and
that funding be provided for their deep molecular analysis and cross-correlation with clinical endotypes
and analyses to understand success, partial success, as well as failure of treatments in different populations
of patients with LC. Only then will we be able to reap the most benefit from the trials themselves, and to
rapidly and nimbly improve ineffective or partially effective treatments, and to combine best treatments
to achieve improved results.

Clinical trials directed at some of the putative biological mechanisms underpinning Long COVID are
planned or underway, but there are still many missed opportunities. The roles of vaccination, antiviral ther-
apy, anticoagulation, and immunomodulation in treating Long COVID need urgent evaluation in appropri-
ately designed clinical trials. Other candidate interventions will emerge in parallel from strong basic sci-
ence research on LC, and we strongly recommend that they be translated through small, flexible, and
pragmatic trials in comprehensively phenotyped participants to help many patients suffering from LC,

and to simultaneously help illuminate the path ahead.
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