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The biomaterial polyphosphate blocks
stoichiometric binding of the SARS-CoV-2
S-protein to the cellular ACE2 receptor

Werner E. G. Müller, *a Meik Neufurth,a Hadrian Schepler,b Shunfeng Wang,a

Emad Tolba, a Heinz C. Schrödera and Xiaohong Wang *a

The effect of the polyanionic polymer of inorganic polyphosphate (polyP) involved in innate immunity on

the binding of the receptor-binding domain (RBD) of the SARS-CoV-2 spike protein to the cellular ACE2

receptor was studied. The RBD surface comprises a basic amino acid stretch of four arginine residues

which interact with the physiological polyP (polyP40) and polyP3. Subsequently, the interaction of RBD

with ACE2 is sensitively inhibited. After the chemical modification of arginine, an increased inhibition by

polyP, at a 1 : 1 molar ratio (polyP : RBP), is measured already at 0.1 µg mL−1. Heparin was ineffective. The

results suggest a potential therapeutic benefit of polyP against SARS-CoV-2 infection.

Introduction

Innate immunity is an evolutionary old mechanism present in
the whole animal kingdom and is the first line of defense of the
host to prevent infection and attack of invading pathogens.1 In
particular, during the initial fast phase of infection (about one
week), the host depends on the innate immune system to
control, e.g. viral replication without excessive and adverse
damage of the infected tissue.2 In this phase, conserved viral/
bacterial structures, known as pathogen associated molecular
patterns, serve as ligands for the pattern recognition molecules
of the host, such as the Toll-like receptors.3 After receptor
sensing, downstream signaling pathways are activated, resulting
in the elicitation of an effective antimicrobial response, includ-
ing the formation of physical barriers, activation of epithelial
and phagocytic cell enzymes, phagocytes, as well as inflam-
mation-related serum proteins. In turn, surface and phagocyte
granule antimicrobial peptides as well as cytokines and inflam-
matory mediators are distributed.4 Besides the innate immune
cells, especially neutrophils, monocytes and macrophages/mast
cells, the blood platelets guide the innate immune system.5

Platelets are the key cells involved in blood hemostasis and
coagulation, but also function as active participants in innate
immunity.6 Both the negatively charged polymers, inorganic

polyphosphate (polyP) and heparin, which are synthesized in
mast cells and/or blood platelets, are mediators or modulators
as well as effector molecules in the innate immunity defense.4,7

Heparin amplifies the network elicited by humoral-based pro-
teins and/or cell-surface receptors and provides co-stimulatory
signals for T-cells.8 This polysaccharide is released into the vas-
cular system at the sites of tissue injury. PolyP as a member of
the innate immune system is considered as an activator of
coagulation and a suppressor of complement activation. The
polymer is exported from platelets in response to a series of
stimuli, such as prothrombotic factors or also after an inter-
action with collagen or after sensitization of receptors with
immune-receptor tyrosine based motifs.9

In an earlier study, we described that polyP inhibits human
immunodeficiency virus-1 (HIV-1) in vitro, most likely via
binding to both the infected cells and HIV-1.10 Similarly,
mannose-specific lectins were also found to be inhibitory
against viral infection in vitro, both against HIV-111 and coro-
naviruses.12 Now during the search for compounds acting as
potential inhibitors of SARS-CoV-2 infection that might gain
therapeutic impact, we studied the effects of the natural poly-
mers of polyP (reviewed in: ref. 13) and – in comparison – of
heparin on the binding of the virus to the target cells. A model
system was applied for these studies, a binding assay, in which
the cellular receptor for SARS-CoV-2, the recombinant angio-
tensin-converting enzyme 2 (ACE2),14 was attached to the well
plate and the labeled receptor-binding domain (RBD) of the
SARS-CoV-2 spike (S)-protein was used as a detector mole-
cule.15 The viral RBD16 is highly characteristic of SARS-CoV-2
(expected value of 2 e−1;66 PDB: 6 M0J_E). One feature of the
RBD is prominent: the number and the arrangement of basic
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amino acids (aa) on the modeled surface of the RBD. The RBD
is spanning the aa segment at the SARS-CoV-2 S-protein
sequence14,16 and comprises a surplus of basic aa (with Arg
[arginine] + Lys [lysine] + His [histidine]: 11 + 10 + 1) over
acidic aa (Asp [aspartate] + Glu [glutamate]: 15). Therefore,
heparins with their polyanionic surfaces have been proposed
to interact with the S-protein of coronaviruses in general17 and
with SARS-CoV-2 in particular.18 Moreover, it has been
reported that heparin even if applied at a concentration of
100 μg mL−1, a concentration that is much higher than the
normal physiological concentration of heparin in human
plasma (1 to 5 μg mL−1),19 inhibits virus invasion.20,21 This
conclusion is based upon surface plasmon resonance and cir-
cular dichroism spectroscopy. Recently it has been hypoth-
esized, based on computational ligand docking experiments,
that heparan sulfate interacts with the glycosaminoglycan-
binding motif at the S1/S2 proteolytic cleavage site within the
SARS-CoV-2 spike glycoprotein.22 In the present study, we
could provide functional evidence that heparin has no effect
on the interaction between the viral RBD and the ACE2 receptor.

Most of the basic aa of the SARS-CoV-2 RBD are arranged
on the surface in a clustered pattern (Fig. 1), leaving a spacing
between 3.8 and 5 Å. Arg-rich peptides are frequently inter-
spersed in cell-penetrating peptides and also in intracellular
binding proteins which are characterized by their strong
binding affinity to their respective ligand. An example is the
HIV-1 Tat protein that binds to the hair-looped structured viral
TAR RNA and links this complex to the nuclear matrix.23 The
nine aa long Tat peptide, consisting of the protein transduc-
tion domain, comprises six Arg, two Lys and only one polar/
not charged aa (Gln), allowing penetration into cells.24,25

Interesting is the observation that pores formed from Lys-
rich artificial β-barrels are anion selective, while Arg-rich pores
are cation selective.26 This apparent contradiction has been
explained by a binding of the Arg-segments to phosphate coun-
terions that invert the internal charge from positive to nega-
tive, making the pores selective for cations.24 These electro-
static interactions between a basic epitope, comprising Arg
residues, and an adjacent acidic epitope, containing a phos-

phorylated group, are strong.27 In turn, electrostatic inter-
actions between Arg and phosphate are expected to combine
from at least 4 Arg residues on the surface of the RBD (Fig. 1).
The physiological polyP has been shown to be co-localized
with basic aa in cellular vesicles, e.g. fungal vacuoles, in a 1 : 1
stoichiometric ratio.28 A strong binding to Arg in a peptide has
also been reported for terminal sialic acid residues in glyco-
proteins like in the coronavirus attachment to the sialic acid
receptors.29 A selective and strong binding of heparin to Arg-
and Lys-rich domains has likewise been established.30

These results suggested that both the anionic polyP and the
anionic heparin might interact with the Arg stretches on the
surface of the RBD of the SARS-CoV-2 S-protein. An interaction
of heparin with the RBD by a conformational change has been
published.18 In the present study, the effect of both polyP and
heparin on the interaction between SARS-CoV-2 and RBD has
been investigated. The results show that only polyP but not
heparin is capable of inhibiting the binding of RBD to the
recombinant receptor. To pinpoint the effect of polyP on the
RBD : ACE2 interaction to the aa level of RBD, Arg residues
have been modified with 1,2-cyclohexanedione (CHD), which
reacts specifically with the guanidino group of arginine at pH
8 to 9 in sodium borate buffer to derivatize arginine to N7,N8-
(1,2-dihydroxycyclohex-1,2-ylene)-L-arginine [DHCH-Arg].31

The ionized guanidino group has a planar structure and is
largely unreactive due to the resonance within the guanidino
group, but can be activated if an intramolecular proton acceptor
is available in the neighborhood. Under acidic conditions, the
guanidino group reacts in the protonated form, while at neutral
– alkaline pH it reacts in the unprotonated form.32 In this ionic
environment, Arg with the covalently linked CHD is a strong
electrophile,33 allowing to react with its vacant orbitals to an
electron-rich centre, like with acidic amino acids. It is expected
that the “covalent”-like modification will result in a reduced
hydration at the terminal guanidino NH2 groups, leading to a
decreased screening of the charges of the polyP phosphate
groups by the solvent. As a consequence, the electrostatic inter-
action between Arg and phosphate will increase.

We show that after cyclohexanedione derivatization and
stabilization in the presence of borate, the inhibitory sensitivity
of RBD increases. The experiments revealed that the RBD, carry-
ing the DHCH-Arg-borate complex, is much more susceptible to
polyP inhibition than the unmodified RBD. More recent calcu-
lations revealed that Arg side chains are always charged, even at
pH values around 10. This finding reveals that at the high pKa
value of the Arg guanidinium group (13.8), these side chains are
invariably protonated under physiological conditions.34 This
polarization state is valid even if the guanidinium moiety is
buried in a hydrophobic microenvironment.

Results
Surface functional patch prediction

A rational approach to design an activity modulator of a
peptide within a metabolic net of an organism has to

Fig. 1 Mapping of the peptide surfaces of RBD by a prediction of (A)
amino acid clustering, (B) hydrophobicity and (C) electric charge distri-
bution. The basic aa in (A) are highlighted in green (Arg [R] and Lys [K])
and the two acidic aa Asp [D] and Glu [E] in purple. The interphase
between the RBD of the SARS-CoV-2 S-protein and the ACE2 is marked.
In (B), the hydrophobicity distribution is highlighted from −4.5 (the index
for Arg, the sign for not very hydrophobic) to +4.5 (hydrophobic). In (C),
the electric charge distribution is shown, based on Poisson–Boltzmann
calculations, and marked from −10 (more hydrophobic areas) to +10
(hydrophilic). The direction of the predicted polyP groove is indicated
with a green bar and the aa pair Asp and Glu is highlighted with a purple
bar.
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implement surface model prediction. These structure-based
functional calculations highlight the distribution/pattern of aa
with related physicochemical properties, followed by hydro-
phobicity/hydrophilicity predictions, and also include the
charge-density distributions which will help to design poten-
tial binding ligands. These data are especially important for
the RBD of the SARS-CoV-2 S-protein since this domain is not
enzymatically active, but prone to ligand-caused conformation-
al changes.35

Charged surface patches. In particular, the charged basic aa
Arg and Lys are crucial for the binding of ligands to a given
peptide since they can interact by electrostatic/ionic inter-
actions of different strength, in dependence on the existing aa
environment. The predicted surface of the RBD comprises 9
Arg, 8 Lys and 1 His aa residues. The highest density of posi-
tively charged aa is seen at the lateral region towards the inter-
phase to the ACE2 cell surface receptor (Fig. 1A). There, five
Arg and four Lys are present among which six of them are clus-
tered together, forming a continuous trail. Even more interest-
ing is the fact that the two Arg residues 457 and 466 are
spatially associated with Asp467 and Glu465, the two aa that are
building up a strong intramolecular proton transfer system.36

These reactive centers facilitate the covalent reaction/addition
of the guanidinium group of Arg with non-aromatic cyclic
compounds, like with 1,2-cyclohexanedione.

Hydrophobicity/hydrophilicity. The two basic aa Arg and Lys
elicit different interactions. While Lys deprotonates within
tight molecular associations, the Arg aa retains its charge also
in those complexes. As a consequence, Arg readily attracts
phosphate and water due to its extensive H-bonding property
which stabilizes Arg-phosphate clusters.37 Both of them, Arg
and Lys, contribute with their polar groups to the hydrophili-
city of the RBD surface, allowing favorable interactions with
the solvent and the potential ligand and also providing a dis-
placement of loosely bound water during the binding. The two
polymers, heparin and polyP, bind to Arg-/Lys-rich peptide
patches. Interestingly, heparin accomplishes a binding to Arg
via its guanidino cation, which is stronger compared to Lys
most likely because of the stronger hydrogen bonding and the
more exothermic electrostatic interactions.38 PolyP binds to
the specific CHAD (conserved histidine α-helical) domain
which comprises the conserved Lys and Arg residues in the
central cavity.39 Applying the algorithm introduced by Kyte
and Doolittle,40 a continuous stretch of aa with a hydropathy
index of −4.5 appears, which reflects and coincides with the
Arg (index −4.5) and Lys (index −3.9) clusters (Fig. 1B).

Electric charge distribution. To substantiate the prediction of
the continuous Arg-/Lys-rich patch on the surface of the RBD, a
prediction of the electric charge distribution has been calculated
(Fig. 1C). Along this patch, a positive charge of ∼+2 was resulted,
which coincides with the Arg-/Lys-rich patch; this direction is
interrupted by the negatively charged Asp/Glu aa pair.

Alignment of polyP on the RBD

The association of the polyP chain to the RBD was predicted
again by applying the Chimera program. The overall location

of the polyP chain (a sequence of 15 Pi units has been chosen)
along the polyP groove is shown in Fig. 2A. The rationale for
using the 15 units long polyP for the in silico study was the
finding (W. E. G. Müller; unpublished) that the polyP40 sample
which was used for the in vitro inhibition experiments will
rapidly undergo an enzymatic hydrolysis to a polyP∼15 long
polymer in vivo.41 In the model presented here, the binding of
polyP15 to the surface of the RBD of the S-protein is depicted.
There, the polyP chain spans about half of the RBD in length.
A closer view of the calculated extension highlights the associ-
ation of the polyP chain to the Arg/Lys residues of the RBD at
positions 457, 462, 466, 355 and 357 (Fig. 2B). Due to the high
flexibility of the polymer,14 the association of the polyP chain
with the surface of the RBD is tight and spans a distance
between 2.5 and 3.3 Å between the attachment sites of the
polymer and the Arg residues, matching also with the pub-
lished distances between Arg and phosphate;42 Fig. 2C. Four
Arg residues at positions 457, 466, 355 and 357 interact with
the polyP chain. The four attachment sites within the polyP
chain and RBD have a spacing of 5 Pi units at one end
(between Arg-457 and Arg-466) and 3 Pi units in the middle
and again 5 Pi units at the terminus (Arg-355 and Arg-357).
The uneven number of the Pi units within the polyP chain
reveal a staggered configuration of the polymer between these
attachment points. It has been pointed out that polyP has a
high degree of rotational flexibility, paralleled with various
conformations, like staggered or eclipsed, which depend on
the arrangement of the tetrahedral PO4 units.

13,43

Modification of Arg with 1,2-cyclohexanedione

The two basic aa Lys and Arg have high aqueous pKa values
[12–13.7 for Arg, and ∼10.5 for Lys], which in turn allow them
to carry at physiological pH a considerable charge that gives
rise to strong electrostatic interactions. Consequently, at those
patches at the biomolecular surfaces a strong interaction with
a first water layer through electric forces as well as local H
bonds can be set up, which allow the spatial arrangement of
water molecules that can grow to up to a bulky, 1–1.5 nm thick
hydration shell.44 The surrounding water molecules form a

Fig. 2 Association of a polyP chain with the surface of the RBD within
the S-protein. (A) Overall view of the model of the RBD, associated with
polyP. The surface of the RBD is shaded. (B) The attachment site on the
surface of RBD, presented by space-filling models of the aa, is given and
the Arg residues 457, 466, 355 and 357 are marked (colored in blue). The
two aa (only Asp [D] is shown), which are interspersing the Arg cluster,
are colored in red. (C) The three-dimensional molecular model of the
attachment site of the Arg residues with the polyP chain is shown; the
distances between this amino acid (at positions 457, 466, 355 and 357)
and the four Pi units within the polyP chain are given; they measure
between 2.6 and 3.4 Å.
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gradient of dipole dynamics, which is correlated with an
increase in ligand reactivity.45 The modification of Arg with
1,2-cyclohexanedione (CHD), forming DHCH-arginine (dihy-
droxycyclohex-2-ylene adduct of Arg), results in a bending of
the guanidino group out of the overall surface plane (Fig. 3).
Since the hydration layer is depleted around the more
extended side chain (around the guanidino group) of Arg, an
increased reactivity of the residue with incoming molecules
can be deduced (Fig. 3).46 In turn, we applied both the unmo-
dified versus the modified RBD for the following inhibition
studies.

Differential inhibition of RBD by unmodified/modified Arg

PolyP, in the form of Na-polyP with a chain length of ∼40 Pi
units, significantly inhibits the binding of the RBD to the cel-
lular ACE2 immobilized at the bottom of the well. Addition of
1 µg mL−1 of Na-polyP to the system results in an inhibition by
20%. At concentrations higher than 1 µg mL−1, values of
∼50% are reached (Fig. 4A). After the selective modification of
the Arg residues in the RBD viral binding protein with CHD,
dissolved in the borate buffer, to DHCH-Arg, a substantial
increase in the inhibitory activity of polyP in the RBD : ACE2
binding assay is observed. At 1 µg mL−1, a large inhibition of
the system by 79% is recorded. Interesting is the fact that also
at 0.1 µg mL−1 of Na-polyP, the inhibition measures 59%;
under these concentration conditions, no significant reduction
of the binding of Na-polyP to the unmodified RBD is measured
(not shown here). Increasing the concentration to 10 µg mL−1

and to 30 µg mL−1 in the system with modified Arg residues in
the RBD further increases the inhibitory effect of polyP
(Fig. 4A).

Also the Na-polyP trimer (polyP3) at concentrations ≥1 µg
mL−1 significantly inhibits RBD : ACE2 binding, if in the RBD
the Arg residues are not modified to DHCH-Arg (Fig. 4B). The
highest inhibition is reached with 50% only at concentrations
>30 µg mL−1 (not shown). In the system with the Arg-modified
RBD, a much stronger reduction of the binding affinity is
observed with 80% at 1 µg mL−1 and still with ∼50% at the low
concentration of 0.1 µg mL−1. The corresponding IC50 values
for the RBD : ACE2 binding inhibition are 43 ± 7 µg polyP per
mL (non-modified Arg in the RBD) and 0.08 ± 0.4 µg polyP per
mL (DHCH-Arg modified).

Simultaneously, we substituted the 10 mM HEPES buffer in
the binding assay with Hanks’ balanced salt solution (#55021C
SAFC; Sigma) composed of a physiological composition of
ions. Addition of polyP to this system did not significantly
affect the inhibitory activity of polyP (data not shown).

Enhancement of RBD : ACE2 binding by heparin

In a comparative series of experiments, the effect of heparin,
suspected to interfere with the RBD : ACE2 binding by affecting
the RBD at the Arg residues under conformational changes,
was studied. Heparin was tested in the same RBD : ACE2
binding assay. Surprisingly, this anticoagulant causes no sig-
nificant effect on the interaction between RBD and ACE2 at
lower concentrations (<20 µg mL−1). Only at the high concen-
tration of 200 µg mL−1, a small (by 12%) but significant
increase of the binding could be determined.

Discussion

Based on epidemiological studies, it is obvious that the status
of innate immunity contributes to the manifestation of the
disease. On the cellular level, the B lymphocytes as well as the
T lymphocytes primarily execute the adaptive branch of the
immune system, while the large granular lymphocytes/natural
killer (NK) cells are critical for the innate immune defense.
The NK cells kill the viral-infected cells and protect the organ-
isms against viral infection and disease (reviewed in: ref. 47).
These cells secrete interferons and cytokines, IFNγ and TNFα,
which act on macrophages or dendritic cells and enhance
immune response. The number of NK cells and also one of the

Fig. 3 Increased reactivity of the guanidino terminus of Arg after the
selective modification of this residue with CHD. At pH 9 (in borate
buffer), DHCH-Arg is formed, which is stabilized by complex formation
with borate. In comparison with the length of the C–C single bond
(1.54 Å), the hydration layer around a molecule, which measures
10–15 Å, is bulky. The increased polarization of the electron shell
around the guanidino terminus of Arg has been attributed to the
enhanced polarity of DHCH-Arg.

Fig. 4 Effect of polyP and heparin on the binding of the RBD to ACE2.
(A) Influence of polyP (polyP40) on the binding reaction containing
either the unmodified RBD peptide (black bars) or the CHD-modified
(DHCH-Arg) RBD (red bars). (B) Effect of polyP3 on the RBD : ACE2 inter-
action with the unmodified RBD (black) or the DHCH-Arg modified RBD.
(C) Enhancement of the RBD : ACE2 binding by heparin.
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platelets, a further arm of innate immunity, decrease during
the progression of the corona disease.48 Lymphocytes and
especially the platelets are rich in polyP,10,49 the proposed rele-
vant inorganic polymer involved. It has to be stressed here that
polyP is released from the platelets in two forms, as <100 Pi
units long free and short polymer and as nanoparticles
(∼200 nm) containing a long-chain polyP.50,51 Only for the
long-chain polyP polymers, a modulating effect on blood
coagulation and innate immunity has been reported.7,52

Results on the role of short-chain polyP have been published
for the first time only recently.53 In this report, it has been
shown that polyP acts on both macrophage and fibrocyte
differentiation.

Some trace elements are known to bind to virions and
control their pathogenicity, like the NS3/4A protein, a mem-
brane-targeting serine protease of the hepatitis C virus. This
NS3-4A serine protease binds to zinc resulting in a subsequent
conformation change. These trace elements are also linked to
the oxidant/antioxidant balance system of the host cells, a
status of the cells which in turn circularly commands the
infectivity of the virus.54 In contrast to trace elements, the cel-
lular inorganic polymer polyP studied here binds to the RBD
of the SARS-CoV-2 S-protein and causes an inactivation of the
viral function on the level of attachment of the virus to the cel-
lular membrane, the specific ACE2 receptor.

In the present study, polyP preparation with a chain length
of 40 Pi units has been selected to assess the inhibition poten-
tial of inorganic polyP on the interaction between the
COVID-19 spike RBD and the cellular receptor ACE2. A 50%
reduction of the binding affinity was measured at concen-
trations of ≥10 µg mL−1. The binding of polyP chains has been
pinpointed to the Arg residues 457, 466, 355 and 357, most
likely flanked by the likewise basic aa, Lys at positions 458 and
356. Interestingly enough, the number and arrangement of the
Arg residues within the RBD of the SARS-CoV-2 S-protein are
highly conserved; to date, all the sequences listed in the data-
base NCBI_Blast comprise the Arg moieties at the same
position.

The charged aa at the surface of the RBD form a groove of
hydrophilic aa with a hydrophobicity index of −4.5 (Fig. 1A
and B). These calculations are also supported by the determi-
nation of the electric charge distribution on the surface of the
RBD which again revealed a hydrophilic furrow with a value of
∼+2 (Fig. 1C). The main attachment sites of polyP have been
determined to occur at the Arg residues 457, 466, 355 and 357,
allowing the binding of polyP stretches with five Pi at the
termini of the chain and the central polyP3 part (Fig. 2).

After the chemical modification of the Arg residues within
the RBD with CHD to DHCH-Arg, the modified RBD becomes
highly sensitive towards polyP. During this transformation of
Arg to DHCH-Arg, most significantly at the Arg position 457/
466, which is traversed by the two acidic aa Asp (467) and Glu
(465), an effective intramolecular proton acceptor interaction
can occur36 and an ionic salt bridge bond can be formed.55

From this center, additional electrostatic interactions orig-
inate,27 which have the potential to interact with polyP. Based

on a molecular dynamics study, it has been proposed that
hydration of a bidentate complex of the Arg guanidino group
significantly increases the polarity of the N–H bonds with a
subsequently increased positive charge at each N–H hydrogen
which can interact with the oxygen in water.56 Additionally, the
modification to DHCH-Arg allows a protrusion of the surface
Arg residues to the surrounding hydration shell, which is par-
alleled with an increase of the polarization of the electron
shell around the guanidino terminus of DHCH-Arg. This inter-
play might facilitate the accessibility of the RBD for polyP. As a
consequence, after the transformation of Arg to DHCH-Arg,
the RBD : ACE2 binding system is inhibited by polyP concen-
trations as low as 0.1 µg mL−1. Interestingly, this concentration
is even lower than the one which exists in the circulating blood
with 1 to 3 µg mL−1, after full platelet activation (reviewed in:
ref. 49). The half-life of polyP in human blood or plasma is
∼1.5 to 2 h.57 The binding of polyP to the RBD has been found
to be a stoichiometric one. Calculating on the basis of the
molecular weight of the RBD [∼24 500 Da], added at a concen-
tration of 2 µg mL−1, and the concentration of Na-polyP with
0.1 µg ml−1 (the concentration of polyP40 causing a 50% inhi-
bition of the system), the molar ratio between these two com-
ponents is calculated. This ratio of 8.47 × 10−8 mmol (for a
polyP chain with an average chain length of ∼15 Pi units) to
8.16 × 10−8 mmol (RBD) is close to 1 : 1, the theoretical stoi-
chiometric ratio between the two components. For this calcu-
lation, a polyP with a chain length of 15 Pi units was used in
order to compensate for a potential reduction of the chain
length by the action of the alkaline phosphatase, the polyP
hydrolyzing enzyme.41,58 A comparable stoichiometry for the
binding of the shorter polyP, the polyP3, to the RBD has been
calculated; again a ratio of about 1 : 1 is found. The modeling
approach supports this inhibition and is in agreement with
the binding of polyP3 to the Arg residues 466 and 355, leaving
space for such a polymer length.

A quantitative analysis of the physiological relevance of the
binding assay, used in the present study, revealed that the
potency of the antiviral effect of polyP matches realistic, patho-
physiological circumstances. It has been analyzed by qRT-PCR
that the mean log10 viral load in COVID-19 patients amounts to
5.6 copies per mL.59 In our binding assay used, 10 ng of a RBD
preparation (size of 23.6 kDa) have been added to the test
system. Based on this value, a concentration of RBD of 2.5 ×
1011 molecules per 100 µL (2.5 × 1012 molecules per mL) is
present in the system. Considering that the spike protein is a
trimer60 and ∼40 spikes are present on the surface of each virus
particle (the total number of RBD per virus particle: 120),61 the
binding assay contains about the same RBD concentration com-
pared to the in vivo load with the RBD on the virus particles.

In a recent study, it has been proposed that the glycan
coating around the SARS-CoV-2 S protein could reduce the
therapeutic efficacy of potential drugs.62 However, the available
modeling study disclosed that only two glycans can be
expected to exist at that RBD which is suspected to be the
binding site for polyP.60 These sugar units do not shield the
region of interaction of polyP with the RBD.
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Considering the published data18 showing that heparin
interacts with the RBD and causes a conformational change, a
reduction of the binding affinity between the RBD and ACE2
could be assumed. However, instead, our presented data
revealed an increase in the binding strength at a stoichio-
metric ratio of 1 : 5 (heparin : RBD). This finding might suggest
that the RBD undergoes conformational changes that result in
a cooperative interaction on the binding between RBD and
ACE2, similar to the one determined for the RBD during the
entry phase of the virus into the host cell.63 Taken together,
the presented results demonstrate that the physiological
polymer polyP inhibits the binding of the SARS-CoV-2 binding
domain, RBD, to the host cell ACE2 receptor. These data have
been obtained with the recombinant binding partner in a
solid phase ligand/receptor system. Experiments are now in
progress using intact cells that express the ACE2 receptor
together with anti-ACE2 antibodies and the biotin-labeled viral
RBD to investigate more realistically, but simultaneously in a
defined test setup, the effect of polyP on the initial viral-cell
attachment step.

Conclusion

In the present report, it is demonstrated that polyP, with the
characteristics which the polymer has in the circulating
blood, abolishes the early phase of the SARS-CoV-2 binding
to the target cell via the ACE2 receptor. To highlight, at the
concentrations of polyP used (<10 µg mL−1) and with polyP of
a chain length of <100 Pi units, no effect of the polymer on
blood clotting has been reported.51,64 Based on the data pre-
sented here, we propose to use polyP as the biologically active
ingredient in a novel anti-viral/COVID-19 drug, applied in
nasal and pharyngeal sprays for, in the beginning, clinical
studies.

Materials and methods
Materials

Sodium tripolyphosphate [3 phosphate (Pi) units; polyP3] was
purchased from Sigma (#238503; Taufkirchen; Germany). Na-
polyphosphate (Na-polyP) with an average chain length of 40 Pi
units (Na-polyP40) was from Chemische Fabrik Budenheim
(Budenheim; Germany) and heparin [sodium salt from porcine
intestinal mucosa; ≥180 USP units per mg; molecular weight
11 349 g mol−1 (ref. 65)] from Sigma (#H3393; Taufkirchen;
Germany).

Prediction/mapping of the peptide surfaces of the RBD

Amino acid clustering. The RBD has been modeled accord-
ing to PDB-ID: 6 M0J, taken from https://www.rcsb.org/.15 The
respective aa were pinpointed using the UCSF Chimera
Version 1.14 software66 and colored; Arg in light green, Lys in
dark green, and (Asp) aspartate as well as glutamate (Glu) in
purple.

Hydrophobicity prediction. The basic algorithm introduced
by Kyte and Doolittle40 was applied and realized with the
Chimera program. A coloring scheme from blue (−4.5 hydro-
philic) to red (+4.5 hydrophobic) was added to highlight poten-
tial patches.

Electric charge distribution. The coulombic surface coloring
was assessed, again with the Chimera program, to delineate
hydrophilic (in blue) from more hydrophobic areas (red), using
Poisson–Boltzmann calculations.67

Binding assay for the RBD of S-protein to the cellular ACE2

The sensitivity of the binding between the RBD and the cellu-
lar ACE2 was determined using the RBD (SARS-CoV-2) : ACE2
Inhibitor Screening Assay Kit (BPS Bioscience/Tebu-bio,
Offenbach; Germany). In this binding assay, the recombinant
ACE2 (50 ng per well) was bound to the bottom of the 96-well
plate, while the RBD of the S1-protein (100 ng per well) was
labeled with biotin. The complex RBD : ACE2 was quantitated
with streptavidin-HRP (horseradish peroxidase) after addition
of the HRP substrate. PolyP was added to the RBD for 60 min
(23 °C) and subsequently exposed to ACE2. The chemilumines-
cence produced was quantitated using a PerkinElmer-Wallac
victor 3 V multi-label microplate reader (PerkinElmer,
Waltham, MA; USA). From the resulting measured readings,
the blank (composed of the immune buffers and the loosely
bound binding components) was subtracted. The values
obtained for the binding of the RBD to ACE2 in the absence of
the inhibitor were referred to as positive controls and set to
100%. The non-modified RBD was added in 10 mM HEPES
(pH 7.0) buffer to the system. In parallel, the CHD-arginine
modified RBD was added to the assay in the 20 mM Na-borate
buffer (pH 9).

Modification of Arg

A selective modification of the Arg residues in the RBD was
performed with 1,2-cyclohexanedione [CHD] (#W345806;
Sigma) in a 20 mM Na-borate buffer (pH 9).31 The reaction was
run at 23 °C for 2 h under the formation of DHCH-arginine
(N7,N8-1,2-dihydroxycyclohex-1,2-ylene-L-arginine), which forms
a complex with borate. Therefore, the substrate RBD (2 pmoI
mL−1) was treated with 0.15 M CHD in 0.25 M Na-borate buffer
at pH 9.0 for 2 h.31

Statistical analysis

From the experimental results, the average ± standard devi-
ations (σ) were determined. Student’s t-test was applied to
perform comparisons between the two groups. The average
values and σ originated from at least three independent experi-
ments. The RBD : ACE2 binding assay is highly sensitive.
Therefore, less frequently, results from different series of
experiments have been pooled. Values of p < 0.05 were con-
sidered statistically significant (*; #). The calculations were
performed with the GraphPad Prism 7.0 software (GraphPad
Software, La Jolla; CA). IC50 values (half-maximal inhibitory
concentration) were calculated as described.68
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