M Gma || Christine Massey <cmssyc@gmail.com>

Fwd: Virus isolation

James Henderson <voicevictorO6@gmail.com> Thu, Jan 13, 2022 at 6:54 PM
To: cmssyc@gmail.com

Hi Christine

Here is the email | sent and the response | got from Peter McCullough.
Very best wishes

James

---------- Forwarded message ---------

From: Peter A. McCullough <peteramccullough@gmail.com>
Date: Mon, Jan 10, 2022 at 12:57 AM

Subject: Re: Virus isolation

To: James Henderson <voicevictorO6@gmail.com>

James

Contact Caldas and Patterson.

pmc

On Sun, Jan 9, 2022 at 6:03 PM James Henderson <voicevictorO6@gmail.com> wrote:
Dear Dr McCullough,

May | please respectfully ask the following question:

Is there a laboratory in anywhere in the world that has actual material samples of purified “SarsCoV2 virus” and
all its “variants”?

| do not mean an in silico, computer generated genome sequence. | mean actual material samples of “purified
viruses” that were taken from a verified infected man or woman that are available for independent analysis?

| do not mean samples that were taken from a mixed fluid of fetal bovine calf serum, antibiotics and monkey
kidney cells, but purely from the tissue of an infected person.

Is there a science paper that is also available from a laboratory anywhere in the world that lists the exact
process carried out into the “isolation” of the “SarsCoV2 virus” and all its “variants”?

Have there been experiments done where healthy living beings were infected with purified "SarsCoV2 virus"
particles anywhere in the world?

Thank you for your time in this matter.
Yours sincerely,

James Henderson


mailto:peteramccullough@gmail.com
mailto:voicevictor06@gmail.com
mailto:voicevictor06@gmail.com

Peter A. McCullough
PeterAMcCullough@gmail.com
Cell: 248-444-6905
@PeterMcCulloughMD

2 attachments

@ Caldas EM of SARS CoV2 Cells 2020.pdf
3460K

@ Patterson Persistent Spike in Monocyte Months after Resp SARS COV2 Infection 2021.pdf
2476K
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Ultrastructural analysis

of SARS-CoV-2 interactions
with the host cell via high
resolution scanning electron
microscopy

Lucio Ayres Caldas*%", Fabiana Avila Carneiro®, Luiza Mendonga Higa?,
Fabio Luiz Monteiro?, Gustavo Peixoto da Silva3, Luciana Jesus da Costa?,
Edison Luiz Durigon®, Amilcar Tanuri? & Wanderley de Souza®®

SARS-CoV-2 is the cause of the ongoing COVID-19 pandemic. Here, we investigated the interaction
of this new coronavirus with Vero cells using high resolution scanning electron microscopy. Surface
morphology, the interior of infected cells and the distribution of viral particles in both environments
were observed 2 and 48 h after infection. We showed areas of viral processing, details of vacuole
contents, and viral interactions with the cell surface. Intercellular connections were also approached,
and viral particles were adhered to these extensions suggesting direct cell-to-cell transmission of
SARS-CoV-2.

COVID-19 is an acute respiratory illness caused by the SARS-CoV-2—a novel coronavirus identified during this
pandemic!. The outbreak started at Wuhan in Hubei province, China, in December 20192. Since then, the world
has seen a rapid spread of the virus with an increasing number of infected people—around 6 million cases and
close to 400,000 deaths’. In the first four months, the outbreak has led to more than 28,000 deaths in Brazil*. There
is currently no vaccine or specific treatment for COVID-19. Patients attendance is mainly based on supportive
and symptomatic care. Therefore, a treatment capable of inhibiting viral infection and/or replication is urgent.

SARS-CoV-2 is an enveloped, positive-sense RNA beta-Coronavirus belonging to the Coronaviridae family.
The genome is packaged inside a helix capsid formed by the nucleocapsid protein (N). Three other structural
proteins are associated with the viral envelope: membrane (M), envelope (E), and glycoprotein spike (S). Cellular
entry of SARS-CoV-2 depends on the binding of the S protein to angiotensin converting enzyme 2 (ACE2)—a
specific cellular receptor located on the surface of the host cell*®. This is a common receptor for SARS-CoV as
well”® (Li et al., 2003; 2005); this receptor facilitates zoonotic transfer because these viruses can engage ACE2
from different animal species’.

Beta-coronaviruses replicate in the cytoplasm; cellular compartments like the endoplasmic reticulum (ER)
and the endoplasmic reticulum-Golgi apparatus intermediate compartiment (ERGIC) go through intense remod-
eling. This implies the contribution of host membranes and organelles for viral replication. Therefore, remodeling
of intracellular membranes due to coronavirus infection is also observed for many RNA viruses'’.

!Laboratério de Ultraestrutura Celular Hertha Meyer, Instituto de Biofisica Carlos Chagas Filho, Cidade
Universitaria. Av., Carlos Chagas Filho 373, Prédio CCS, Bloco C, subsolo, CEP: 21941902, Rio de Janeiro, RJ,
Brazil. 2Departamento de Genética, Instituto de Biologia, Universidade Federal Do Rio de Janeiro, Rio de
Janeiro, Brazil. 3Departamento de Virologia, Instituto de Microbiologia Paulo de Gdes, Universidade Federal
Do Rio de Janeiro, Rio de Janeiro, Brazil. “Instituto de Ciéncias Biomédicas, Universidade de Sdo Paulo, Sdo
Paulo, Brazil. *Instituto Nacional de Ciéncia e Tecnologia de Biologia Estrutural e Bioimagem, Rio de Janeiro,
Brazil. ®Present address: Nucleo Multidisciplinar de Pesquisa UFRJ-Xerém em Biologia — NUMPEX-BIO,
Universidade Federal Do Rio de Janeiro, Campus Duque de Caxias Geraldo Cidade. CEP: 25265-970, Rio de Janeiro,
RJ, Brazil. “email: lucio@biof.ufrj.br
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After internalization and RNA release into the cytoplasm, a set of proteins is synthesized triggering the for-
mation of vesicles that become a viral platform ensuring efficient replication and transcription of the RNA!»!2,

New coronavirus particles are assembled in the endoplasmic reticulum and Golgi complex. Membrane bud-
ding between these compartments was reported in association with N protein and genomic RNA along with M,
E, and S proteins. The complete virions are delivered to the extracellular environment following a conventional
secretory route'*1,

The research community has sought to better understand the genetic makeup of the virus and thus discover
how to effectively treat it. Social isolation for 14 days is the main way to prevent the disease from spreading.
Quarantine and lockdowns were implemented in cities with high rates of infection and mortality®. Death is
common in patients with severe symptoms including shortness of breathing, fever, lethargy, respiratory failure,
and/or thrombosis'®!”.

Understanding the virus-cell interactions is key to vaccines, treatments, and diagnoses. Most microscopic
studies of SARS-CoV-2 were performed with transmission electron microscopy. Here, we used high resolution
scanning electron microscopy (SEM) to study inner cellular structures. The results offer evidence of infection-
induced cellular remodeling and the formation of a specialized region for viral morphogenesis. We also show
intercellular extensions for viral cell surfing. These observations offer new insights into the transmission of
SARS-CoV-2.

Material and methods

Cellsandvirus. SARS-CoV-2 isolate (HIAE-02: SARS-CoV-2/SP02/human/2020/BRA (GenBank accession
number MT126808.1) was used in this work. The virus was grown in Vero cells (Monkey African Green kidney
cell line - ATCC CCL-81) in the Laboratory of Molecular Virology, at Federal University of Rio de Janeiro,
Brazil. Vero cells were maintained in DMEM supplemented with 5% fetal bovine serum (FBS; GIBCO) at 37 °C
and 5% CO,. All work involving infectious SARS-CoV2 was performed in a biosafety level (BSL)-3 containment
laboratory.

Infection assays. Semi-confluent (70%) cells were grown on sterile glass coverslips in 24-well tissue cul-
ture plates infected with MOI (multiplicity of infection - the rate of virus per cell) values of 0.01, 0.1, or 1 using
SARS-CoV-2 in free-serum medium. Fresh medium containing 5% FBS was added after an absorption period of
1.5 hat 37 °C and 5% CO,. Cells were processed for electron microscopy 2 or 48 h post-infection (hpi).

High resolution scanning electron microscopy. After 2 or 48 h post-infection (hpi), samples were
fixed with 2.5% glutaraldehyde in 0.1 M cacodylate buffer (pH 7.2) for 2 h. The coverslips were washed with
0.1 M sodium cacodylate buffer and post-fixed for 40 min in 1% OsO, with 0.8% potassium ferrocyanide. After
another washing cycle, the samples were dehydrated through a series of increasing concentration (30%-100%)
of ethanol. The samples were critical-point-dried in liquid CO, in a BALZERS CPD apparatus before monolayer
scraping with a conventional adhesive SCOTCH tape as in previous studies'®. This technique does not totally
remove the plasma membrane, as happens when detergent extraction is used, but provides the exposing of large
areas of the inner portion of the cells. They were then sputtered with a 5-nm thick platinum coat in a BALZERS
apparatus. Samples were observed using an Auriga ZEISS microscope operated between 1.0 and 1.8 kV.

Results

To identify alterations on the surface of SARS-CoV-2-infected cells, we compared their morphology and the
occurrence of surface projections (SP). While we did not detect any significant alteration in cell shape, the
presence of SP increased on the surface of infected cells at 2 hpi (Fig. 1A-C). However, no viral particles were
observed adhering to the cell surface or beneath these projections (Fig. 1D). At 48 hpi, we compared the surfaces
of mock and infected cells (MOI of 0.1) to highlight the presence of viral particles adhered to the smooth cell
surface and to the SP (Fig. 1E, F).

At the same time, and with a MOI of 1, viruses that egressed from a previous cycle of infection were observed
during the process of attachment to the cell plasma membrane (Fig. 2A). The corona-like features of the SARS-
CoV-2 particles were discernible via SEM (Fig. 2B), and the measurements showed sizes of approximately 80 nm
in diameter (Fig. 2C).

Removal of the host cell plasma membrane before platinum sputtering exposed the interior of the mock and
infected cells. While mock cells displayed a diffuse distribution of organelles (Fig. 2D), infected cells exhibited a
more polarized disposition of organelles and pit-coated vesicles approximately 100 nm in diameter (Fig. 2E, F).
With a MOI of 1, cells at 48 hpi showed a plethora of vacuoles (0.4 to 1 um; Fig. 3A). These were translocated to
the cell plasma membrane presumably to perform exocytosis of viral particles (Fig. 3B). Some of these vacuoles
had their content revealed and were filled with immature viruses, amorphous materials, or a hemocyte-like
format (Fig. 3C-E). Although no virus-like particles could be distinguished in the ER, bordering vesicles were
observed on the vacuoles (Fig. 3D).

Cells at 48 hpi also had viral particles near the cell surface membrane ruftles (Fig. 4A) and a filopodium-like
structure (Fig. 4B). Other viral particles were wrapped with thin (= 70 nm) cellular projections that resemble
nanotubes (Fig. 4C). Membrane bridges that connect two cells showed the presence of virus particles on their
surface (Figs. 4D,E).
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Figure 1. Effect of SARS-CoV-2 infection on host cell surface at 2 and 48 hpi. At 2hpi, mock-infected cells
exhibited smooth surfaces (A), while infected cells presented a discreet increment in the number of SP with
the MOIs of 0.01 (B) and 1 (C). No viral particles were observed on the surface of infected cells at 2hpi, even
with the MOI of 1 (D). (E) Mock-infected cell surface at 48 h. (F) Virus adhesion to the cell surface and SP
(arrowheads) became more evident with the MOI of 0.1 (F). Bars: (A, C) 2 pm; (B) 10 um; (D) 1 um; (E, F)
200 nm.

Discussion

Part of the challenge in controlling COVID-19 is the innovative features of this coronavirus. New knowledge
on virus genetics and morphology needs to be analyzed concurrently with viral “behavior” within the host cell
as well as the dynamics that determine the fate of the particle. To approach SARS-CoV-2/cell interactions, we
investigate several steps of virus infection in Vero cells at 2 and 48 hpi by SEM. Vero cells are a widely used model
used in viral infection studies and is an adequately supports coronavirus replication'>'*!>!°, This microscopic
approach detailed virus-induced changes in the cell.

Our assays were performed using three MOIs (0.01; 0.1 and 1), and we could discern the MOI of 0.1 as the
more adequate for this type of study. This MOI allowed the best cell conditions and distribution and also allowed
visualization of virions through the cell surface into the cell interior.

The absence of virions adhered to the cells surface at 2 hpi corroborates recent studies performed by Bel-
haouari et al.”? in which SARS-CoV-2 particles were only observed at these loci after 12 hpi. In contrast,
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Figure 2. Morphology of cells surface and interior at 48 hpi. (A) With the MOI of 1, virus attachment (arrows)
was frequent. (B) Spikes of SARS-CoV-2 particles observed on the cell surface were discernible (MOI of 0.1).
Viruses observed on cell surface (cs) exhibited a size between 70 and 85 nm (B, C) at MOIs of 0.01 and 0.1
respectively. Scraping of cells plasma membrane (D) revealed a homogeneous distribution of organelles in
mock-infected samples, Infected cells exhibited coated pits vesicles of ~ 100 nm (arrows) at perinuclear sites (E).
A polarized disposal at the infected cells cytosol (F) represented as a condensed area (ca) in the infected ones
(MOI of 0.1). (n): nucleus; Bars: (A, C, E) 100 nm; (B) 20 nm; (D) 2 pm; (F) 1 pm.

SARS-CoV-2 particles were found lying on the cellular surface at 48 hpi between surface projections and adhered
to them. We also observed probable viral particles inside vacuoles suggesting a secretion route. These aggregates
of cell organelles and components (Fig. 2F) may reflect the polarized release of virus previously described for
SARS-CoV%.

All viruses measured by SEM display a spiky round shape with a size of around 70-85 nm in diameter con-
sidering a platinum coating of 5 nm. This agrees with the dimensions described in recent studies"*"*2.

Viral particles adhered to smooth surface and microvilli-like surface projetions. The effects on
the surface morphology of infected cells varies among viruses. Infection by several viruses including HTLV-
I1IB leads to a loss of cell SP that are then replaced by blebs?. Microvilli induction or increases were reported
in several cases of DNA or RNA viral infection®*?. For RNA viruses that egress by budding, e.g., influenza, the
increase in SP of infected cells coincides with higher budding rates.

Similar to prior studies on SARS-CoV infection of Vero cells?’, we also observed a ruffled host cell and thick-
ened edges displaying a layered shape. These sites were appropriate to register the attachment of SARS-CoV-2
particles (Fig. 2A) similar to transmission electron microscopy images of the same early step of SARS-CoV
infection of Vero cells?.

Likewise, the proliferation of SP on the infected cells, especially at the apical region of these cells, is similar
to SARS-CoV and SARS-CoV-2. In addition, the abundance of SARS-CoV-2 particles held on SP, was recently
showed? and may facilitate the speed of viral propagation in the epithelium of conducting airways from the
lumen of the respiratory superior tract because this environment is colonized by ciliated cells.
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Figure 3. Inspection of the condensed areas of cells at 48 hpi. (A) Profusion of vacuoles (arrowheads) in cells
infected with the MOI of 1. The possible route of the vacuoles was indicated by arrows in (B). Scraped vacuoles
had at least part of their content exposed. Vacuoles in (C) and (D) presented doughnut-like particles (arrows).
In (D), borderinng vesicles (arrowheads) could be recognized next the vacuole membrane. Vacuoles shown in
(E) display doughnut-like particles (arrow) and immature viral-like particles (arrowhead) too. MOIs: (B-D) 0.1;
(E) 0.01; Bars: (A, B) 1 pm; (C-E) 200 nm.

Vacuoles containing viral particles. Cell scraping is a very useful expedient that is occasionally used
in studies of host cell/parasite interactions®>!. Infected cells are artificially devoid of plasma membranes and
exposed to a myriad of vacuoles (Fig. 3A). Drastic vacuolization due to viral infection was previously described
for other RNA viruses including SARS-CoV?**2, Similar sites were recently reported as virus morphogenesis
matrix vesicae (VMMV)". The particles observed in the interior of these VMMV’ (Fig. 3C-E) were previously
described as doughnut-like particles when observed by electron microscopy'®**. SARS-CoV immature particles
are presumed to bud into vesicles as part of the assembly process, and thus the observed particles were probably
immature viruses devoid of the representative (corona) spikes of this virion. Bordering vesicles were found in
close association with the vacuoles (Fig. 3D), and thus we speculate that their role in viral pre-components leads
to discharge into the compartments.

Studies with other coronaviruses identified large virion-containing vacuoles (LVCVs) where the complete
particle would bud. There is correlation between these structures as observed by transmission electron micros-
copy and our data suggesting the occurrence of both phenomena.

Translocation of vacuoles towards the plasma membrane. Coronaviruses infection leads to mas-
sive remodeling of cell membranes®***; the more condensed area depicted in the cytoplasm at 48 hpi (Fig. 2F)
may correspond to the main locus of viral morphogenesis. The proposed mechanism for the export of viruses to
the extracellular space is via fusion of the transport compartment membrane with the cell plasma membrane®.

The size of the vacuoles we observed in the cell periphery was not compatible with the identified clathrin-
coated pits because the vacuoles measure approximately 1 um; clathrin-coated pits measure near 200 nm in
diameter. The presence of these endocytosis-associated players was recently reported in SARS-CoV-2-infected
cells. They are likely receptacles to the nucleocapsid after the incoming virus is uncoated"’.

Thus, our observations suggest that a boost in vacuoles is restricted only to a specific and more condensed
part of the cytoplasm. This suggests translocation to the plasma membrane is required for release the viral par-
ticles by a fusion mechanism.

Cellular bridges containing viral particles. Viral particles adhered to cell surface protrusions that were
shown to connect two cells. This observation suggests viral “cell surfing” previously described by other envel-
oped viruses such as HIV and human metapneumovirus®*®?. This mechanism is presumed to allow the in vivo
penetration of virus in mucosal surfaces that display microvilli-rich cells.

Actin filaments play a fundamental role in viral extrusion by the cell for both RNA and DNA viruses. Actin
offers the strength to discharge the progeny virus particles to the extracellular medium, as occurs to some viruses
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Figure 4. Fate of the SARS-CoV-2 particles adhered to the cell surface at 48 hpi. (A, B) Cell membrane ruffles
about to wrap several viral particles (arrows). Viruses could also be observed on the edge of membrane ruftles
(arrowheads) (A) and phyllopodium-like extensions (B). In (C) a viral particle could be seen adhered to the
edge of the microvilli-like structure (arrow) next to membrane ruftles (long arrow) surrounding SARS-CoV-2
particles (arrowheads). (D) Communications between two infected cells are indicated with arrowheads. One of
the bridges between the cells was depicted in the rectangle. A higher magnification of this area is shown in (E)
and displays viral particles (arrows) on their surface. Aggregates of SARS-CoV-2 particles (arrowheads) were
also observed on the surface of both cells. MOI=0.1; Bars: (A-C, E) 200 nm; (D) 1 um.

that leave the cell by budding, including Fowlpox and West Nile viruses***. Other examples include actin com-
ets—these are an efficient form of poxvirus dissemination and cell-to-cell HIV spreading, which involves the
direct engagement of GAG proteins and F-actin®®*!.

Previous studies have shown that the cytoskeleton network plays an important role in the maturation and,
possibly, in the replication process of SARS-CoV?’. Communication between the two cells in Fig. 4C-D suggests
the occurrence of a thin (< 0.7 um) strand of F-actin containing tunneling nanotube (TNT). These intercellular
membranous connections may provide the transference of molecular information especially viruses*?. Similarly,
virus cell surfing was shown on SARS-CoV-2 infection, which offers new insights into cell-to-cell propagation
and virus transmission.
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ABSTRACT

The recent COVID-19 pandemic is a treatment challenge in the acute infection stage
but the recognition of chronic COVID-19 symptoms termed post-acute sequelae SARS-
CoV-2 infection (PASC) may affect up to 30% of all infected individuals. The underlying
mechanism and source of this distinct immunologic condition three months or more after
initial infection remains elusive. Here, we investigated the presence of SARS-CoV-2 S1
protein in 46 individuals. We analyzed T-cell, B-cell, and monocytic subsets in both
severe COVID-19 patients and in patients with post-acute sequelae of COVID-19
(PASC). The levels of both intermediate (CD14+, CD16+) and non-classical monocyte
(CD14Lo, CD16+) were significantly elevated in PASC patients up to 15 months post-
acute infection compared to healthy controls (P=0.002 and P=0.01, respectively). A
statistically significant number of non-classical monocytes contained SARS-CoV-2 S1
protein in both severe (P=0.004) and PASC patients (P=0.02) out to 15 months post-
infection. Non-classical monocytes were sorted from PASC patients using flow
cytometric sorting and the SARS-CoV-2 S1 protein was confirmed by mass
spectrometry. Cells from 4 out of 11 severe COVID-19 patients and 1 out of 26 PASC
patients contained ddPCR+ peripheral blood mononuclear cells, however, only
fragmented SARS-CoV-2 RNA was found in PASC patients. No full length sequences
were identified, and no sequences that could account for the observed S1 protein were
identified in any patient. Non-classical monocytes are capable of causing inflammation
throughout the body in response to fractalkine/CX3CL1 and RANTES/CCR5.
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INTRODUCTION

Post-acute sequelae SARS-CoV-2 infection (PASC) is a disabling and sometimes debilitating
condition that occurs in 10%-30% of individuals infected by SARS-CoV-2 and has recently been
proposed to cause neurologic symptoms in 30% of those infected (/). The number and extent of
symptoms is extremely heterogeneous with some reports suggesting >200 different symptoms
(2). The underlying cause of PASC symptoms has remained a mystery though some data has
pointed to tissue reservoirs of persistent SARS-CoV-2 as a potential mechanism (3,4). We
recently reported a machine learning approach that identified the unique immunologic signature
of individuals with PASC (5). In the same report, we also identified characteristic immune cell
subset abnormalities that accompanied the unique cytokine/chemokine profile. The predominant
immune cell abnormality was elevations in monocyte subsets. Monocyte subpopulations are
divided into 3 phenotypic and functionally distinct types. Classical monocytes exhibit the
CD14++, CD16- phenotype, intermediate monocytes exhibit a CD14+, CD16+ phenotype, and
the non-classical monocytes express CD14lo, CD16+ (6,7). Further they express very different
cell surface markers as previously described. In particular, classical monocytes express high
levels of the ACE-2 receptor, the putative receptor for SARS-CoV-2 (8). Intermediate and non-
classical monocytes express very little ACE-2 receptor. Similarly, classical monocytes express
low levels of the chemokine receptors CX3R1 and CCRS. Intermediate monocytes express high
levels of CCRS while non-classical monocytes express high levels of CX3R1. Here, we report
kinetic differences in the proportions of monocyte subsets in severe cases and PASC, as well as
the presence of SARS-CoV-2 protein unaccompanied by corresponding viral RNA in CD14lo,

CD16+ monocytes in PASC patients up to 15 months post-acute SARS-CoV-2 infection.
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RESULTS

Similar to other inflammatory and infectious conditions such as sepsis, lupus erythematosis, and
rheumatoid arthritis among others (9), we detected statistically significant increases (P<0.002) of
intermediate CD14+, CD16+ monocytes in individuals with PASC compared to healthy controls.
In addition, CD14lo, CD16+ non-classical monocytes were also significantly elevated in PASC
(P=0.01). Neither intermediate nor non-classical monocytes were elevated in severe COVID-19

(Figure 1).

Since the reports by our group and others found that monocyte subsets can be infected by HIV,
HCV, Zika virus and Dengue fever virus (/0-12), we screened peripheral blood mononuclear
cells (PBMCs) from PASC individuals, as well as acute severe COVID-19 as controls, for
SARS-CoV-2 RNA (Table 1). Using the highly sensitive, quantitative digital droplet PCR
(ddPCR), we found that 36% (4 of 11) of severe COVID-19 patients’ PBMCs contained SARS-
CoV-2 RNA compared to 4% (1/26) of PASC patients’ PBMCs. The one PASC patient that was

RNA positive was 15 months post infection.

To further establish the exact reservoir contributing to the positive signal detected using ddPCR,
we performed high parameter flow cytometry with antibodies that define B cell, T-cell, and
monocytic subsets in addition to simultaneous staining of these cells with an antibody for the
SARS-CoV-2 S1 protein. As demonstrated in Figure 2, we found distinct subpopulations of
SARS-CoV-2 containing cells in the CD14lo, CD16+ monocytic subset for 73% (19 out of 26)
of PASC patients and 91% (10 out of 11) of severe COVID-19 patients. As demonstrated in

Figure 3, the quantity of SARS-CoV-2 S1 containing cells were statistically significant in both
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136  the severe patients (P=0.004) and in the PASC patients (P=0.02). Neither classical monocytes
137  nor intermediate monocytes expressed the SARS-CoV-2 S1 protein.

138

139  To confirm the presence of SARS-CoV-2 S1 protein, we sorted CD14lo, CD16+ monocytes and
140  performed Ultra High-Performance Liquid Chromatography (UHPLC). Following

141  immunoprecipitation, the elution fractions were dried down in vacuo, resuspended in ddH,O and
142  purified by to remove any non-crosslinked SARS-CoV-2 S1 antibody as well as any detergents
143 from the commercial immunoprecipitation buffers. The UHPLC collected fractions were dried in
144  vacuo, resuspended in 100 mM HEPES (pH 8.0, 20% Acetonitrile), and subjected to cistern:

145  reduction and alkylation with chloroacetamide. The samples were then digested with AspN and
146  LysC endopeptidases for 16h at 37°C. The digested peptides were analyzed on an Agilent 6550
147  lonFunnel QTOF and 1290 UHPLC by comparing patient samples to identical digests performed
148  on commercially available SARS-CoV-2 S1 subunit. S1 subunit peptides from patient samples
149  were mapped to a peptide database generated using commercial S1 subunit digests. Peptide

150 identification consisted of matches in exact mass, isotope distribution, peptide charge state, and
151  UHPLC retention time. As shown in Figure 4, the retention time of the representative peptide
152 NLREFVFK in the digested commercial S1 subunit and Sample LH1-6 matched. Additionally,
153  the Mass Spectra in Figure 4 show identical mass, isotope distribution, and charge states for the
154  representative peptide NLREFVFK in the representative LH1 sample and commercial S1 subunit
155  (also observed in LH 2-6, not shown). Using these metrics, up to 44% of the S1 subunit peptides
156  could be identified in patient samples LH1-LH6 (Supplementary Table 1), providing

157  complementary evidence to flow cytometry experiments that demonstrate the presence of S1

158  subunit protein in these patient cells.
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159  To determine whether the observed S1 spike protein was a product of persistent viral infection,
160  whole viral genome sequencing was performed on monocytes from five patients. Coverage
161  analysis of the human control amplicons revealed adequate coverage to positively identify

162  human genomic content. This is consistent with extraction of viral genomic content from a

163  human host. Human controls also included targeted amplicons for amelogenin (AMELX and
164  AMELY). The ratio of AMELX and AMELY reads is consistent with the known genders of each

165  sample.

166  The sequencing coverage for the five samples was consistent with low viral titer samples or
167  samples with high Ct values. Average coverage was between 24.17-592.87x and percent bases
168  covered at 10x and 20x was between 10.81-19.18% and 7.69-15.24% respectively (Table 2).
169  This is well below the expected threshold to eliminate stretches of Ns > 99 for consensus

170  sequence submission to GenBank and > 90% genome coverage at 10x for accurate lineage

171  determination and sequence submission to GISAID (www.gisaid.org). Evaluation of the reads

172 revealed predominantly short reads (<100bp). To address poor quality reads, primer-dimers or
173 reads that could possibly map to multiple loci, reads < MAPQ 10 were filtered resulting in the

174  removal of 3.63-18.99% of total reads per sample.

175 Lineage determination of the five samples from high quality mutations in the callable regions
176  yielded lineages of B and B./ and were non-specific due to inadequate coverage across the
177  genome. Mutations were identified in ORFlab in all but sample LHS. LHS had mutations in N,

178 S, and ORF3b. (Figure 5).

179

180  DISCUSSION
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Here, we report the discovery of persistent SARS-CoV-2 protein in CD14lo, CD16+ monocytes
out to 15 months in some individuals and discuss the implications for the pathogenesis of PASC
and severe cases of COVID-19. The three subtypes of circulating monocytes (classical,
intermediate, non-classical) express very different cell surface molecules and serve very different
functions in the immune system. Generally, classical’ monocytes exhibit phagocytic activity,
produce higher levels of ROS and secrete proinflammatory molecules such as 1L-6, IL-8, CCL2,
CCL3 and CCLS. Intermediate monocytes express the highest levels of CCRS and are
characterized by their antigen presentation capabilities, as well as the secretion of TNF-a, IL-1,
IL-6, and CCL3 upon TLR stimulations. Non-classical monocytes expressing high levels of
CX3CRI are involved in complement and Fc gamma-mediated phagocytosis and anti-viral
responses (6).

After maturation, human monocytes are released from bone marrow into the circulation as
classical monocytes. Currently, strong evidence supports the concept that intermediate and non-
classical monocytes emerge sequentially from the pool of classical monocytes (/3). This is
supported by transcriptome analysis showing that CD16+ monocytes have a more mature
phenotype (/4). In humans, 85% of the circulating monocyte pool are classical monocytes,
whereas the remaining 15% consist of intermediate and nonclassical monocytes (/3). Classical
monocytes have a circulating lifespan of approximately one day before they either migrate into
tissues, die, or turn into intermediate and subsequently nonclassical monocytes (6, 13).

During pathologic conditions mediated by infectious/inflammatory reactions, the proportions of
monocyte subsets vary according to the functionality of each specific subpopulation (6,13,15).
Our previous results show that during early stages of the disease, PASC group have reduced

classical monocyte and increased intermediate monocyte percentages compared with healthy
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controls (5). We find an increase in nonclassical monocytes in PASC group 6-15 months post
infection, and higher percentages of intermediate and nonclassical monocytes at day 0 in severe
cases, suggesting augmented classical-intermediate-nonclassical monocyte transition in both
groups but with different kinetics.

The clinical relevance of monocyte activation in COVID-19 patients and the significance of
these cells as viral protein reservoir in PASC is supported by our data reporting the presence of
S1 protein within nonclassical monocytes. Viral particles and/or viral proteins can enter
monocyte subpopulations in distinct ways, and this appears to be regulated differently in
individuals that will develop severe disease or PASC. Classical monocytes are primarily
phagocytes and express high levels of the ACE-2 receptor (8). Therefore, they could either
phagocyte viral particles and apoptotic virally infected cells or be potential targets for SARS-
CoV-2 infection. Considering their short circulating lifespan, viral protein-containing classic
monocytes turn into intermediate and nonclassical monocytes. According to our results, this
process happens faster in the severe group than in the PASC group. Indeed, at early stages of the
disease the severe group show increased nonclassical monocytes whereas in PASC both the
intermediate monocytes and non-classical monocytes are elevated. Additionally, CD14+CD16+
monocytes express intermediate levels of ACE-2 receptors and could as well serve as an
infectious target of SARS-CoV-2 as it has been proved to be an infectious target of HIV-1 and
HCV''. Nonclassical monocytes have been proposed to act as custodians of vasculature by
patrolling endothelial cell integrity (/6), thus pre-existing CD141o CD16+ cells could ingest
virally infected apoptotic endothelial cells augmenting the proportion of nonclassical monocytes
containing S1 protein. This mechanism is more likely to take place in the PASC group where the

S1 protein was detected 12-15 months post infection than in the severe group. Furthermore,
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227  nonclassical monocytes are associated with FcR-mediated phagocytosis (/7,18), which might be
228  related with the ingestion of opsonized viral particles after antibody production at later stages of
229  the disease in PASC.

230  Previous reports indicate that the numbers of classical monocytes decrease, but the numbers of
231  intermediate and non-classical monocytes increase in COVID-19 patients (/9). Thus, the

232 presence of S1 protein in nonclassical monocytes in both severe and PASC, might be associated
233 with clinical characteristics and outcome of these groups. Previously, we found that individuals
234 with severe COVID-19 have high systemic levels of IL-6, IL-10, VEGF and sCD40L (5).

235  Consistent with our data, other studies showed association of increased production of IL-6,

236  VEGF and IL-10 by nonclassical monocytes with disease severity (20-22).

237  In the case of PASC, the persistence of circulating S1-containing nonclassical monocytes up to
238 15 months post infection, independently of the different possible mechanisms of viral proteins
239 internalization discussed above, indicates that certain conditions are required to maintain this cell
240  population. It has been shown in both humans and mice that nonclassical monocytes require

241 fractalkine (CX3CL1) and TNF to inhibit apoptosis and promote cell survival (22). Our previous
242 data show high IFN-y levels in PASC individuals (5), which can induce TNF-a production (23).
243 Further, TNF-a and IFN-y induce CX3CL1/Fractalkine production by vascular endothelial cells**
244  creating the conditions to promote survival of nonclassical monocytes. Another important aspect
245  is the permanency of S1-containing cells in the circulation, intermediate monocytes express high
246  levels of CCRS and extravasation of these cells can occur in response to CCL4 gradients. We
247  showed that PASC individuals have low levels of CCL4 (5) maintaining these cells in circulation

248  until they turn into nonclassical monocytes. Moreover, IFN-y induced CX3CL1/Fractalkine
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production by endothelial cells (23) creates a gradient within the vascular compartment
preserving nonclassical monocytes expressing CX3CRI in the circulation.

Nonclassical monocytes are usually referred as anti-inflammatory cells (22), nevertheless it was
recently shown that this subset can acquire a proinflammatory phenotype (25). Nonclassical
monocytes acquire hallmarks of cellular senescence, which promote long term survival of these
cells in circulation as explained above. Additionally, this induces an inflammatory state of the
non-classical monocytes that could be a manifestation of the senescence-associated secretory
phenotype (SASP), characterized by a high basal NF-kB activity and production of pro-
inflammatory cytokines such as IL-1a, TNF-a and IL-8 (25).

The hallmark of PASC is the heterogeneity of symptoms arising in a variety of tissues and
organs. These symptoms are likely associated with the inflammatory phenotype of these
senescent nonclassical monocytes. The CD14lo, CD16+, S1 protein+ monocytes could be
preferentially recruited into anatomic sites expressing fractalkine and contribute to vascular and
tissue injury during pathological conditions in which this monocyte subset is expanded as
previously demonstrated in non-classical monocytes without S1 protein. Previously, CD16+
monocytes were demonstrated to migrate into the brain of AIDS patients expressing high levels
of CX3CLI1 (fractalkine) and SDF-1 (26), and mediate blood-brain barrier damage and neuronal
injury in HIV-associated dementia via their release of proinflammatory cytokines and neurotoxic
factors. These sequelae are very common in PASC and these data could represent the underlying
mechanism for the symptoms. Interestingly, a number of papers have been written discussing the
increased mobilization of CD14lo, CD16+ monocytes with exercise (27). These data support the
reports of worsening PASC symptoms in individuals resuming pre-COVID exercise regimens. In

summary, the mechanism of PASC discussed in this report suggests that intermediate monocytes
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remain in circulation due to low CCL4 levels extending their time to differentiate leading to an
accumulation of non-classical monocytes. The utility of using CCRS antagonists in preventing
migration of intermediate and non-classical monocytes due to the elevated levels of
CCLS/RANTES in PASC (5). Further, our data suggests that interruption of the
CX3CR1/fractalkine pathway would be a potential therapeutic target to reduce the survival of
S1-containing non-classical monocytes and the associated vascular inflammation previously

discussed (5) and presented here.

It is important to note that the S1 protein detected in these patients appears to be retained from
prior infection or phagocytosis of infected cells undergoing apoptosis and is not the result of
persistent viral replication. Full length sequencing of the five cases submitted for genomic
analysis failed to identify any full-length sequence in the spike protein gene, or any other gene,
that could account for the observed spike protein detected by proteomic analysis. In contrast,
fragmented SARS-CoV-2 sequence was identified in all five of the cases. We have observed a
pattern of high Ct value or negativity by PCR, accompanied by scant, fragmented viral sequence
identified by whole viral genome sequencing over the past several months, a major shift from the
low Ct value, full length viral sequences identified throughout most of 2020. The reasons for this
shift are unclear, but as seen in these cases, it is unlikely these patients are producing any
replication competent viral genomes, and are thus incapable of transmitting the infection. In
contrast, the patients reported here appear to have developed an immune response to retained
viral antigens, specifically the'S1 fragment of the spike protein, which continues to be presented
by CD16+ monocytes, eliciting an innate immune response characterized by elevated
inflammatory markers including interferon y, IL-6, IL-10, and IL-2, among others. The body of

evidence reported here would not support continued viral replication. Instead, it implicates
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295  dysregulation of innate immunity inflammatory mediators in response to persistent viral protein

296  presentation by CD16+ monocytes.

297

298 MATERIAL/METHODS

299  Patients

300 Following informed consent, whole blood was collected in a 10 mL EDTA tube and a 10 mL plasma

301  preparation tube (PPT). A total of 144 individuals were enrolled in the study consisting of 29 normal

302 individuals, 26 mild-moderate COVID-19 patients, 25 severe COVID-19 patients and 64 chronic COVID
303  (long hauler-LH) individuals. Long Haulers symptoms are listed in Figure 1. Study subjects were

304  stratified according to the following criteria.

305 Mild

306 1. Fever, cough, sore throat, malaise, headache, myalgia, nausea, diarrhea, loss of taste and small
307 2. No sign of pneumonia on chest imaging (CXR or CT Chest)

308 3. No shortness of breath or dyspnea

309 Moderate:

310 1. Radiological findings of pneumonia fever and respiratory symptoms

311 2. Saturation of oxygen (SpO2) > 94% on room air at sea level

312  Severe

313 1. Saturation of oxygen (SpO2) < 94% on room air at sea level

314 2. Arterial partial pressure of oxygen (Pa02)/ fraction of inspired oxygen (FiO2) < 300mmHG
315 3. Lung infiltrate > 50% within 24 to 48 hours

316 4. HR >125bpm

317 5. Respiratory rate > 30 breaths per minute

318 Critical
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1. Respiratory failure and requiring mechanical ventilation, ECMO, high-flow nasal cannula oxygen
supplementation, noninvasive positive pressure ventilation (BiPAP, CPAP)

2. Septic Shock- Systolic blood pressure < 90mmHg or Diastolic blood pressure < 60 mmHg or
requiring vasopressors (levophed, vasopressin, epinephrine

3. Multiple organ dysfunction (cardiac, hepatic, renal, CNS, thrombotic disease)

Post-acute COVID-19 (Long COVID)

1. Extending beyond 3 weeks from the initial onset of first symptoms

Chronic COVID-19

1. Extending beyond 12 weeks from the initial onset of first symptoms (Table 1S)

High Parameter Immune Profiling/Flow Cytometry

Peripheral blood mononuclear cells were isolated from peripheral blood using Lymphoprep density
gradient (STEMCELL Technologies, Vancouver, Canada). Aliquots 200 of cells were frozen in media
that contained 90% fetal bovine serum (HyClone, Logan, UT) and 10% dimethyl sulfoxide (Sigma-
Aldrich, St. Louis, MO) and stored at -70°C. Cells were stained and analyzed using a 17-color antibody
cocktail including a PE-labeled SARS-CoV-2 S1 antibody (BioTechne, Minneapolis MN).

Digital Droplet PCR

A QIAamp Viral Mini Kit (Qiagen, Catalog #52906) was used to extract nucleic acids from 300 to 400
mL of plasma sample according to the manufacturer’s instructions and eluted in 50 mL of AVE buffer
(RNase-free water with 0.04% sodium azide). The purified nucleic acids were tested immediately with a
Bio-Rad SARS-CoV-2 ddPCR Kit (Bio-Rad, Hercules, CA, USA). The panel was designed for
specifically detecting 2019-nCoV (two primer/probe sets). An additional primer/probe set was used to
detect the human RNase P gene in control samples and clinical specimens. RNA isolated and purified

from the plasma samples (5.5 mL) was added to a master mix comprising 1.1 mL of 2019-nCoV triplex
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344  assay, 2.2 mL of reverse transcriptase, 5.5 mL of supermix, 1.1 mL of dithiothreitol, and 6.6 mL of

345  nuclease-free water.

346  The mixtures were then fractionated into up to 20,000 nanoliter-sized droplets in the form of a water-in-
347  oil emulsion in a QX200 Automated Droplet Generator (Bio-Rad, Hercules, CA). The 96-well real-time-
348  digital droplet polymerase chain reaction (RT-ddPCR) ready plate containing droplets was sealed with
349  foil using a plate sealer and thermocycled to reverse transcribe the RNA, before PCR amplification of
350 c¢DNA in a C1000 Touch thermocycler (Bio-Rad, Hercules, CA, USA). After PCR, the plate was loaded
351 into a QX200 Droplet Reader (Bio-Rad, Hercules, CA, USA) and the fluorescence intensity of each

352 droplet was measured in two channels (FAM and HEX). The fluorescence data were then analyzed with
353 QuantaSoft 1.7 and QuantaSoft Analysis Pro 1.0 Software (Bio-Rad, Hercules, CA, USA).

354

355  Flow Cytometric Cell Sorting

356  Cryopreserved PBMCs were quick-thawed, centrifuged, and washed in 2% BSA solution in D-
357  PBS. Cells were blocked for 5 min. in 2% BSA and then incubated at room temperature for 30
358  min. with Alexa Fluor® 488 Anti-CD45 antibody (IncellDx, 1/100 dilution), 2.5 ug of Alexa
359  Fluor® 647 Anti-CD16 antibody (BD, Cat. # 55710), and 1 ug of PerCP/Cy5.5 Anti-human
360 CDI14 antibody (Biolegend, Cat. #325622). Cells were washed twice with 2% BSA/D-PBS,

361 filtered, and kept on ice for the duration of the cell sort. Data was acquired on a Sony SH800,
362  and only CD45+ cells staining positive for both CD14+ and CD16+ were sorted into test tubes

363  with 100 uL 2% BSA solution. Sort purity of control PBMCs was confirmed to be >99% by re-

364  analyzing sorted PBMCs using the same template and gating strategy.

365
366  Single Cell Protein Identification

367
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368  Patient cells were sorted based on phenotypic markers (as above) and frozen at -80° C. Six
369  patient samples with positive flow cytometry signal and sufficient cell counts were chosen for
370 LCMS confirmation. Frozen cells were lysed with the IP Lysis/Wash Buffer from the kit
371  according to the manufacturer’s protocol. 10 ug of anti-S1 mAb were used to immunoprecipitate
372 the S1 Spike protein from cell lysate of each patient. After overnight incubation with end-over-
373  end rotation at 4°C and then three washes with IP Lysis/Wash Buffer, bound S1 Spike protein

374  was eluted with the elution buffer from the kit.

375 1P elution fractions were dried in vacuo, resuspended in 20 ul of water, pooled, and purified by
376  Agilent 1290 UPLC Infinity II on a Discovery C8 (3cm x 2.1 mm, 5 um, Sigma-Aldrich, room
377  temperature) using mobile phase solvents of 0.1% trifluoroacetic acid (TFA) in water or
378 acetonitrile. The gradient is as follows: 5-75% acetonitrile (0.1% TFA) in 4.5 min (0.8 mL/min),
379  with an initial hold at 5% acetonitrile (0.1% TFA) for 0.5 min (0.8 mL/min). The purified protein
380  was dried in vacuo and resuspended in 50 pL of 100 mM HEPES, pH 8.0 (20% Acetonitrile). 1
381 uL of TCEP (100 mM) was added and the samples were incubated at 37°C for 30 min. 1 pL of
382  chloroacetamide (500 mM) was added to the samples and incubated at room temperature for 30
383 min. 1 uL rAspN (Promega 0.5 pg/uL) and 1 pL of LysC (Pierce, 1 pg/uL) were added and the

384  samples incubated at 37°C for 16 h, prior to LCMS analysis.

385

386  LC-MS analysis

387 Digested recombinant SARS-CoV-2 Spike S1 protein was analyzed by a high mass accuracy
388 mass spectrometer to generate a list of detectable peptides with retention time and accurate

389  masses. An Agilent 1290 Infinity II high pressure liquid chromatography (HPLC) system and an
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AdvanceBio Peptide Mapping column (2.1 x 150 mm, 2.7 um) were used for peptide separation
prior to mass analysis. The mobile phase used for peptide separation consists of a solvent A
(0.1% formic acid in H,O) and a solvent B (0.1% formic acid in 90% CH3;CN). The gradient was
as follows: 0—1 min, 3% B; 1- 30 min, to 40% B; 30-33 min, to 90% B; 33-35 min, 90% B; 37-
39 min, 3% B. Eluted peptides were electrosprayed using a Dual JetStream ESI source coupled
with the Agilent 6550 iFunnel time-of-flight MS analyzer. Data was acquired using the MS
method in 2 GHz (extended dynamic range) mode over a mass/charge range of 50—1700 Daltons
and an auto MS/MS method. Acquired data were saved in both centroid and profile mode using
Agilent Masshunter Workstation BO9 Data acquisition Software. The same analytical method
was applied to immunoprecipitated samples from sorted patient cells except no ms/ms was

acquired.

Viral Genome Detection by PCR and Whole Viral Genome Sequencing

Ct Determination with TagPath Assay

Five RNA samples were subjected to the TagPath COVID-19 Combo Kit Assay (Thermo Fisher
Scientific Catalog no. A47814) to assess the cycle of threshold. TagPath COVID-19 Combo Kit assay
was performed according to recommendations of the EUA, using the Applied BioSystems QuantStudio 7

Flex (Thermo Fisher Scientific Catalog no. 4485701).

Whole Genome Sequencing of Samples with lon AmpliSeq

Five RNA samples were subjected to AmpliSeq library preparation using the Ion AmpliSeq Library Kit
2.0 (Thermo Fisher Scientific Catalog no. 4480441) and the Thermo Fisher Scientific Insight panel,
which consists of 238 amplicons in a two pool design against SARS-CoV-2 and seven amplicons as

human controls. Libraries were prepared following manufacturer's recommendations. Final libraries were
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413  amplified using 5 cycles of amplification and libraries were cleaned up using 0.5X right sided cleanup
414  and 1.2X left sided cleanup using Kapa Pure Beads (Roche Catalog no 17983298001). Final libraries were
415  quantified using Ion Library TagMan Quantitation Kit (ThermoFisher Catalog no. 4468802). Samples
416  were pooled in an equimolar distribution and loaded on to the Ion Chef Instrument (ThermoFisher

417  Catalog no. 4484177) for Templating onto a 510 chip. The prepared chip was then loaded onto a

418  GeneStudio S5 Prime (ThermoFisher Catalog no. A38196) for sequencing.

419  Genome Assembly, Quality Control, and Sequencing Analysis

420  Sequencing reads were aligned to the SARS-CoV-2 genome (build NC_045512.2) and human
421  transcriptome (build GRCh37) using the Thermo Fisher Scientific TMAP aligner. Default parameters

422  were used except for the --context flag.

423 Coverage analysis was performed by the coverage Analysis plugin in Thermo Fisher Scientific Torrent
424 Suite software. Reads in the human controls were evaluated for quality control. Per-base coverage,
425  average coverage, and percent genome covered at various depth thresholds were assessed using custom

426 software. Read length distribution versus read quality (MAPQ score) were further evaluated.

427  Variant calling was performed on SARS-CoV-2 using the variantCaller plugin. Callable regions were
428  identified as regions with read depth >= 20 after filtering reads with MAPQ < 10. Variants were filtered
429  for quality by removing mutations with allele frequency (AF) < 0.5 in the callable regions. Lineage

430  determination was made with pangoLEARN v1.2.13 using filtered-in mutations.

431

432
433
434
435

436
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573

574

575 TABLE and FIGURE LEGENDS

576

577 Table 1. Molecular analysis of study participants.

Sars-CoV-2 RNA+

COVID-19 Status NS PBMCs Months Post-Infection
HC 1 - - n/a
HC 2 - - n/a
HC 3 - - n/a
HC 4 - - n/a
HC 5 - - n/a
HC 6 - - n/a
HC 7 - - n/a
HC 8 - - n/a
Asymptomatic + + n/a
Severe 1 + - n/a
Severe 2 + + n/a
Severe 3 + - n/a
Severe 4 + - n/a
Severe 5 + - n/a
Severe 6 + - n/a
Severe 7 + + n/a
Severe 8 + n/a
Severe 9 + - n/a
Severe 10 + + n/a
Severe 11 + + n/a
LH 1 + - 13
LH2 + - 14
LH3 + - 6
LH 4 + - 11
LH 5 + + 15
LH6 + - 13
LH7 + - 12
LH 8 + - 7
LH9 + - 14
LH 10 + - 13
LH 11 + - 12
LH 12 + - 12
LH 13 + - 6
LH 14 + - 14
LH 15 + - 13
LH 16 + - 9
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578
579
580
581
582

583
584
585
586
587
588
589
590
591
592
593
594
595
596
597
598
599
600
601
602

LH 17 + - 11
LH 18 + - 7
LH 19 + - 14
LH 20 + - 11
LH 21 + - 13
LH 22 + - 10
LH 23 + - 8
LH 24 + - 7
LH 25 + - 12
LH 26 N ) 15

Table 2: Average Coverage and Percent Bases Covered at 20x While the percent of bases
covered varied across patients, all were less than 20% at 10X, and less at 20X coverage. In no
case was full length viral genome RNA detected, consistent with a lack of replication competent

viral infection.

Sample

Average
Coverage

Percent Bases
Covered at 10x

Percent Bases
Covered at 20x

02-03_20210625

171.64

19.18

15.24

ABA-2_20210625

59.67

14.04

10.42

BGI-2_20210625

24.17

10.81

7.69

CST-2_20210625

40.29

11.71

7.79

RG_20210625

592.87

12.6743

10.16
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603

604

605  Figure 1. Quantification of classical, intermediate and non-classical monocytes in PASC (LH).
606  Non-classical monocytes were significantly elevated in severe COVID-19 and in PASC.

607

608  Figure 2. High parameter flow cytometric quantification of SARS-CoV-2 S1 protein in

609  monocytic subsets. Cells were gated on CD45 then analyzed for CD14 and CD16 expression.
610  Classical monocytes are green, intermediate monocytes are red and non-classical monocytes are
611  blue.

612

613  Figure 3. Quantification of SARS-CoV-2 S1 protein in monocyte subsets isolated from healthy
614  controls (HC), severe COVID-19 (severe), and PASC patients (LH). SARS-CoV-2 S1 protein
615  was expressed in non-classical monocytes in both severe and PASC individuals. The amount of
616  expression was statistically significant.

617

618  Figure 4. LCMS confirmation of the presence of S1 subunit in samples LH1-6. A. Extracted ion
619  chromatogram (EIC) displaying the NLREFVFK peptide. The retention time matches that of the
620 NLREFVFK peptide in the commercial S1 standard. B. Mass Spectra of the NLREFVFK from
621  both the commercial standard and patient LH1. The Spectra show the same mass and isotope
622  distribution.

623  Figure 5: High Quality Mutations in the Callable Regions. Only fragmented viral RNA was

624  identified in the five patients, but multiple mutations throughout the viral genome were

625 identified, the vast majority of which were unique to each patient. Overall coverage was less than
626  20%, and no complete sequence in any portion of the viral genome was detected, including in the
627  spike gene encoding the S1 subunit identified by protein analysis in these patients.

628
629
630
631
632
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