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No "virus" was found in any clinical sample, as always.  No "virus" was isolated/purified and available for use as the
independent variable in a controlled experiment.  No science has taken place, whatsoever.  Just wild idiotic, irresponsible
assumptions, which is virology in a nutshell.

If you look up the studies from which the other fake isolates came, you will surely find the same basic recipe being used
to create the other fake "isolates".  

We need you to grasp this Daniel, we need your voice on the side of reason.  I beg you to study the methods in "virus
isolation" papers, and you will see for yourself that virology is pure idiocy and delusion, we have all been lied to all our
lives.  It is not a science.

Christine

[Quoted text hidden]
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investigation in a larger population of patients was warranted to determine
the cause for the inter-individual variability in PC infection. They also could
not exclude that different scenarios may happen in vivo, i.e. within a living
organism, as compared to that seen in vitro, i.e. inside a petri dish in a lab,
thus essentially admitting that their results can not be applied to what
occurs within a human body. Interestingly, the researchers also admitted
that low amounts of the S protein could be detected in pre-pandemic
control sera. They stated that this could be explained by the sequence
homology between some regions of the S protein and other human
proteins/peptides. In other words, the S protein contains similar
sequences to normal human proteins/peptides and thus the tests that the
researchers were using may have been picking up nothing more than
normal human proteins/peptides rather than the theoretical S protein.
Sadly, the immunogen sequence for the ELISA kit they used was locked
away behind proprietary information (as is always the case), and therefore
they could not determine if it recognised the S protein residues that have
homology with unrelated peptides. Thus, the results from this study truly
were worthless:

The SARS-CoV-2 Spike protein disrupts human cardiac pericytes function
through CD147 receptor-mediated signalling: a potential non-infective
mechanism of COVID-19 microvascular disease

“Exposure to the recombinant S protein alone elicited signalling and
functional alterations, including: (1) increased migration, (2) reduced ability to
support endothelial cell (EC) network formation on Matrigel, (3) secretion of pro-
inflammatory molecules typically involved in the cytokine storm, and (4) production
of pro-apoptotic factors causing EC death.”

Primary cell cultures

“Cardiac PCs were immunosorted as CD31neg/CD34pos cells from human
myocardial samples, and expanded in a dedicated medium supplemented
with human recombinant growth factors and 2% v/v foetal calf serum (FCS)
(ECGM2 complete kit, C-22111, PromoCell) as previously described [11,28].
Briefly, samples were finely minced using scissors and scalpel until nearly
homogenous and digested with Liberase (Roche) for up to 1 h at 37 C, with
gentle rotation. The digest was passed through 70-, 40-, and 30-μm strainers.
Finally, the cells were recovered and sorted using anti-CD31 and -CD34
microbeads (Miltenyi) to deplete the population of CD31pos ECs and select
CD31neg/CD34pos cells, which distinguish a population of perivascular cells in
situ [11,28]. After expansion to passage 3, the purity of the cell population was
verified using immunocytochemistry (ICC) or flow cytometry [11,28].

Human coronary artery ECs (CAECs) were purchased from PromoCell and
expanded in the same medium used for PCs. All cells used in the present study
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tested negative for mycoplasma contamination (assessed using the PCR
Mycoplasma Test Kit I/C, PromoCell, cat# PK-CA91-1096). Cells were used
between passages 4 and 7.

Cell line cultures

The human gut epithelial cell line, Caco2, expressing hACE2 (Caco-2-ACE2)
was a kind gift from Dr Yohei Yamauchi, University of Bristol. The African green
monkey kidney cell line VeroE6 engineered to overexpress the human ACE2
and TMPRSS2 (VeroE6/ACE2/TMPRSS2) [29] was a kind gift from Dr Suzannah
Rihn, MRC-University of Glasgow Centre for Virus Research. All cells were
cultured in Dulbecco’s modified Eagle’s medium plus GlutaMAX (DMEM,
Gibco, Thermo Fisher, cat# 10567014) supplemented with 10% v/v FBS
(Gibco, Thermo Fisher, A3840001), 1% v/v sodium pyruvate, and 0.1 mM non-
essential amino acids. The human lung epithelial cell line Calu3 (ATCC HTB-
55) was cultured in Eagle’s minimum essential medium plus GlutaMAX
(MEM, Gibco, Thermo Fisher, cat# 41090036) with 10% v/v FBS, 0.1 mM non-
essential amino acids, and 1% v/v sodium pyruvate.”

Measurement of S protein in patients’ sera

“The presence of S protein in COVID-19 patients’ serum was evaluated using
the COVID-19 Spike Protein ELISA Kit from Abcam (ab274342), according to
manufacturer’s instructions. Pre-pandemic sera were employed as controls. All
test sera were diluted 1:2. The S protein concentration was expressed as
nanogram per millilitre serum. The antibody supplied in the kit recognised the
S2 domain.”

Production and purification of the recombinant SARS-CoV-2 S protein

“SARS-CoV-2 S protein was expressed in insect cells and purified as
described previously [33,35]. Briefly, the S construct encoded amino acids 1–
1213 (extracellular domain – ECD) fused with a thrombin cleavage site, followed
by a T4-foldon trimerisation domain and a hexahistidine (HIS) affinity purification
tag at the C-terminus. The polybasic furin cleavage site was mutated (RRAR to A)
to increase the stability of the protein for in vitro studies [33,35]. S protein was
expressed in Hi5 cells using the MultiBac system [36]. Secreted S protein was
harvested 3 days after infection by centrifuging the cell culture at 1000×g for
10 min followed by another centrifugation of supernatant at 5000×g for 30
min. S protein-containing medium was incubated with HisPur Ni-NTA
Superflow Agarose (Thermo Fisher Scientific) for 1 h at 4°C. Resin bound with
S protein was separated from unbound proteins and medium using a gravity flow
column, followed by 30 column volume wash with wash buffer (65 mM NaH2PO4,
300 mM NaCl, 20 mM imidazole, pH 7.5). Finally, the protein was eluted with a
step-gradient of elution buffer (65 mM NaH2PO4, 300 mM NaCl, 235 mM
imidazole, pH 7.5). Eluted fractions were analysed by reducing
SDS/PAGE. Fractions containing the S protein were pooled and concentrated
using 50-kDa MWCO Amicon centrifugal filter units (EMD Millipore). During
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concentration, proteins were buffer-exchanged in PBS, pH 7.5. Concentrated
protein was aliquoted, flash-frozen in liquid nitrogen, and stored at −80°C until use.
In all the in vitro experiments of the manuscript, we will refer to the S-ECD protein
simply as S protein.

Recombinant Spike S1 (#10522-CV) and S2 (#10584-CV) were purchased
from R&D, resuspended in PBS according to manufacturer’s instructions,
aliquoted and stored at −80°C until use. Similarly to the S-ECD, the S1 and S2
proteins were produced in insect cells.”

Discussion

“Our study provides novel proof-of-concept evidence for S protein capacity
to cause molecular and functional changes in human vascular PCs, either
dependently or independently of the CD147 receptor (summarised in Figure 11).”

“Here, we report that two-third of patients tested did not have their PCs infected by
SARS-CoV-2, while the rate of infection was below 8% in the remaining
subjects, suggesting a very low permissiveness of these cells to the
coronavirus, at least in vitro.”

“Further investigation in a larger population of patients is warranted to determine
the cause for the inter-individual variability in PC infection. Moreover, we cannot
exclude different scenarios may happen in vivo.”

“In our study, low amounts of the S protein could be detected in pre-pandemic
control sera. This could be explained by the sequence homology between
some regions of the S protein and other human proteins/peptides. A previous
report identified pathogenic regions of SARS-CoV-1 S protein, which share
sequence homology with Angrgm-52 (GenBank accession number AAL62340), a
novel gene up-regulated in human mesangial cells stimulated by angiotensin II and
bradykinin [53]. Unfortunately, the immunogen sequence for this particular
ELISA kit ab274342 is proprietary information, therefore we could not
determine if it can recognise the S protein residues that have homology with
unrelated peptides.”

Study limitations

“The study was conducted on isolated cells and therefore the evidence must be
confirmed in vivo.

The amount of S protein used for in vitro studies was higher than the
average S protein concentration detected in COVID-19 patients’
serum. However, circulating S protein represents the spill-over from infected
organs, where concentration may be higher due to retention at the receptor
level. Because we do not have access to post-mortem myocardial samples,
we could not verify this hypothesis.”
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