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Abstract: Transmembrane glycoprotein integrins play crucial roles in biochemical processes, and by
their inhibition or activation, different signal pathways can be disrupted, leading to abnormal physio-
logical functions. We have previously demonstrated the inhibitory effect of glyphosate herbicide’s
active ingredient on cell adhesion and its αvβ3 integrin antagonist effect. Therefore, it appeared
particularly exciting to investigate inhibition of glyphosate and its metabolites on a wider range
of Arg-Gly-Asp (RGD) binding integrins, namely αvβ3, α5β1 and αllbβ3. Thus, the purpose of
this study was to assess how extended the inhibitory effect observed for glyphosate on the integrin
αvβ3 is in terms of other RGD integrins and other structurally or metabolically related derivatives of
glyphosate. Five different experimental setups using enzyme-linked immunosorbent assays were
applied: (i) αvβ3 binding to a synthetic polymer containing RGD; (ii) αvβ3 binding to its extracel-
lular matrix (ECM) protein, vitronectin; (iii) α5β1 binding to the above polymer containing RGD;
(iv) αllbβ3 binding to its ECM protein, fibrinogen and (v) αvβ3 binding to the SARS-CoV-2 spike pro-
tein receptor binding domain. Total inhibition of αvβ3 binding to RGD was detected for glyphosate
and its main metabolite, aminomethylphosphonic acid (AMPA), as well as for acetylglycine on α5β1
binding to RGD.

Keywords: integrins αVβ3; α5β1; αllbβ3; glyphosate; structural analogs; AMPA; metabolites;
SARS-CoV-2 receptor binding domain; enzyme-linked immunosorbent assay; ELISA; inhibition

1. Introduction

Integrins are bidirectional signaling receptors that play important roles in develop-
ment, cell–cell interactions, and pathological processes. As heterodimers, transmembrane
receptors contain two subunits (α and β). The ligand-binding sites specifically recognizing
ligands from the extracellular matrix (ECM) are located in the external head segments
of both subunits [1]. At the internal side of the cell membrane, the cytoplasmic tail of
the integrins connects to the cytoskeleton, initiating the signaling cascades which make
chemical and mechanical signal transduction possible [2]. Depending on their various
structures, integrins can bind different ECM proteins (one or more, sometimes in overlap
with each other) [3] and mediate a number of crucial cellular physiological processes, such
as survival, proliferation, motility and differentiation [4]. Various types of the subunits
exist; for example, the 18 α and 8 β subunits are known in humans, forming 24 members [5]
of the four integrin families, i.e., integrins binding leukocytes, collagen, laminin or the
Arg-Gly-Asp (RGD) tripeptide [6]. Upon ligand binding, integrins undergo conformational
rearrangements that initiate various internal cascades in the cell as a response to the external
stimulus (outside-in signaling) [7].
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In 1984, the RGD tripeptide sequence (Figure 1) was described by Pierschbacher and
Ruoslahti as the shortest binding motif which can be recognized by 8 of the 24 human
integrins, namely α5β1, α8β1, αvβ1, αvβ3, αvβ5, αvβ6, αvβ8 and αllbβ3 [1,8]. Many
ECM proteins contain this sequence, e.g., fibrinogen, fibronectin, vitronectin, the latency-
associated proteins of TGF-β1 and TGF-β3, or nephronectin [1]. Although all members
of the family recognize the RGD tripeptide by having its receptor in their β subunit,
other residues on the α subunit of the integrin are also considered to contribute to ligand-
specificity and affinity [9]. On the basis of their broad spectrum of biochemical roles in
cell adhesion, proliferation, migration and angiogenesis, RGD-specific integrins became a
popular target in the diagnostics, imaging and drug therapy studies of several diseases,
including fibrotic diseases, rheumatoid arthritis and thrombosis [10–12]. In the last decade,
RGD-containing ligands have been investigated as potential tools against cancerous dis-
eases. The overexpression of certain integrins has been observed in several cancer types.
Thus, the overexpression of the αvβ3 integrin receptor has been associated with various
types of cancer including melanoma, glioblastoma, breast, prostate, pancreatic, ovarian,
cervical and colon cancer [13].
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RGD-containing viruses include the human metapneumovirus, human adenovirus sub-
type 5, human cytomegalovirus and the Epstein–Barr virus [16]. A recent actuality of the 
RGD motif in the COVID-19 pandemic is that after Wei et al. determined the ACE2 re-
ceptor-binding domain of the SARS-CoV-2 spike protein (S-protein) in 2020 [17], Sigrist 
and colleagues highlighted the presence of the RGD sequence on the surface of the pro-
tein not far from the ACE2 binding region and suggested its potential role in the entry 
into the host cell [18]. 

Integrins also participate in several processes, the disruption of which may lead to 
the occurrence of non-transmittable diseases. Various xenobiotics are known to disturb 
cellular processes through receptors [19], including integrins. Integrin’s antagonists are 
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Figure 1. Chemical structure of the Arg-Gly-Asp (RGD) tripeptide sequence.

Some human pathogenic bacteria, fungi and viruses use integrins to attach to target
cells. Staphylococcus aureus Clumping Factor A binds fibrinogen and the von Willebrand
factor, and the major cell wall protein PspC of Streptococcus pneumoniae binds vitronectin
to crosslink the bacteria to the integrin αvβ3 [14,15]. The outer membrane protein A
of Escherichia coli contains the RGD motif and binds directly to αvβ3. Several viruses
appear to utilize their expression of the RGD motif to facilitate their attachment to or
entry into host cells via interactions with the host cell’s integrins. Clinically important
RGD-containing viruses include the human metapneumovirus, human adenovirus subtype
5, human cytomegalovirus and the Epstein–Barr virus [16]. A recent actuality of the RGD
motif in the COVID-19 pandemic is that after Wei et al. determined the ACE2 receptor-
binding domain of the SARS-CoV-2 spike protein (S-protein) in 2020 [17], Sigrist and
colleagues highlighted the presence of the RGD sequence on the surface of the protein not
far from the ACE2 binding region and suggested its potential role in the entry into the host
cell [18].

Integrins also participate in several processes, the disruption of which may lead to the
occurrence of non-transmittable diseases. Various xenobiotics are known to disturb cellular pro-
cesses through receptors [19], including integrins. Integrin’s antagonists are mostly oligopep-
tides or larger peptides [20,21], which are often promising for therapeutic purposes [22].
Occasionally, small ligands can also behave as allosteric integrin inhibitors [23–27] and are also
frequently used as pharmaceuticals. A recent example of a small, non-peptide xenobiotic
found to exert a unique and specific integrin-targeting activity is a phosphonomethylamino
acid derivative, glyphosate [N-(phosphonomethyl)glycine] [28]. Originally, this compound
became known not as a pharmaceutical but as the world’s leading pesticide [29,30]. In
the more than 50 years since its introduction for weed control, this compound became the
most often and most widely used active ingredient of herbicides today. It is an organophos-
phorous substance with high water solubility, and its phytotoxicity relies on its unique
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inhibitory activity of the enzyme 5-enolpyruvyl-3-shikimate phosphate synthase (EPSPS),
a key biocatalyst in the biosynthesis of aromatic amino acids (phenylalanine, tyrosine,
tryptophan) in plants [31,32]. Beside its pre-emergent application against perennial weeds,
this non-selective broad-spectrum active ingredient of herbicides is also used as a desiccant
prior to harvest [33], and its agricultural use has been boosted since the introduction and
large-scale cultivation of genetically modified glyphosate-tolerant crops [30]. The drasti-
cally increasing application rates have resulted in rising incidents and levels of soil, water
and food contamination with the parent compound or its decomposition products, primar-
ily the main metabolite aminomethylphosphonic acid (AMPA). Importantly, glyphosate
has not only become a ubiquitous surface water contaminant [30,34,35] but it has also
been found in livestock and in human urine and blood [30,36]. As an active ingredient,
glyphosate is up for re-registration in the European Union in December 2022. Prior to its
previous re-authorization in 2017, it was classified as a Group 2A carcinogen (probably
carcinogenic to humans) by the International Agency for Research on Cancer [37,38], which
was refuted by the European Food Safety Authority, the European Chemicals Agency
and other regulatory agencies [39,40]. As a result, in its last re-registration in 2017, its
authorization was extended only for 5 years [30] (not for 10 years, as in the usual case), and
the issue of carcinogenicity has remained controversial and under strong societal debate to
date, as illustrated by the diversity of opinions on the topic [41,42].

Our previous study revealed the inhibitory effect of glyphosate on αvβ3 integrin’s
binding to the RGD sequence using a label-free biosensor method and a modified enzyme
linked immunosorbent assay (ELISA). Using these techniques, we revealed almost full
inhibition at 11 mM [28]. In the present study, further glyphosate-related compounds
were investigated in the ELISA format, both on the above integrin and on two other RGD-
binding integrins, extending the scope of the assessment to broader ranges of integrin
proteins and small ligands with structural similarities to glyphosate. Thus, AMPA and
N-acetylglyphosate, as the main metabolites of glyphosate, and glycine, acetylglycine
(aceturic acid), sarcosine and iminodiacetic acid (as minor metabolites and amino acid
analogs) were studied, along with glyphosate.

2. Results and Discussion

Whether the antagonistic effect of glyphosate occurs with other integrins, and whether
it is attributable only to glyphosate or also to some of its derivatives (metabolites and the
accompanying impurities) were our key questions to be explored. It was also intriguing
to find out which molecular features may play a role in the newly recognized effect of
glyphosate, and studying the corresponding activities of the structurally related analogs
promised to shed light on this question.

Therefore, the integrin-binding affinity immunoassays were expanded beyond αVβ3
to other related integrins, namely α5β1 and αllbβ3. To assess the binding capacities, a
phase-heterologous competitive affinity-binding immunoassay (Figure 2) was used. All
three integrins chosen in this study are members of the RGD family.

The ligands tested (Figure 3) included the target compound, glyphosate, in the form of
its isoprolylammonium salt, which is the form that occurs in numerous glyphosate-based
herbicide formulations including Roundup Classic, and several of its common or less
frequent metabolites or contaminating substances (Table 1). Thus, AMPA is a degrada-
tion product of glyphosate formed via the degradation of phosphonate microbially in the
soil or via photodegradation in water [43], N-acetylglyphosate is a major metabolite in
glyphosate-tolerant crops genetically modified to express the transgenic enzyme glyphosate
N-acetyltransferase [44], and the other compounds tested are minor metabolites, product
impurities or substances of comparative relevance. As seen from their physicochemi-
cal parameters, they are all water-soluble, with the highest aqueous solubility shown by
glyphosate itself, a very unique and uncommon feature among pesticides’ active ingre-
dients. These features are all well-reflected in their characteristics of lipophilicity (the
octanol–water partition coefficients) (Table 1).
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Figure 2. Schematic illustration of the enzyme-linked immunosorbent assay (ELISA). The wall of each
well of a 96-well microplate was coated with a macromolecule showing high affinity to a given integrin
(an RGD sequence-based synthetic polymer or ECM protein, e.g., vitronectin, fibrinogen or S-protein
(the SARS-CoV-2 spike protein receptor binding domain)) and the remaining free surface was blocked
with bovine serum albumin (BSA) (A). The corresponding integrin (B) was allowed to interact with
the surface-immobilized macromolecules in the presence or absence of the ligands (glyphosate and its
related compounds) at various concentrations ranging from 0 to 22 mM (C) that could modulate this
binding process. The integrin molecules bound to the coating macromolecules were detected by an
integrin-specific primary antibody (D), followed by an IgG-specific secondary antibody conjugated
to a tracer enzyme (horseradish peroxidase, HRP) (E) and a colorimetric reaction of HRP using
hydrogen peroxide as a substrate and 3,3′,5,5′-tetramethlybenzidine (TMB) as a chromophore (F). If
the ligand inhibited binding of the integrin molecules to the coating macromolecules, further steps of
the ELISA process were blocked, leading to no color signal formation.
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All test configurations were set according to our previously developed assay on the
effect of glyphosate on the RGD-binding capability of αVβ3 integrin, where almost full
(96.3 ± 3.2%) inhibition was detected at 11 mM [28,47]. In this study, the highest con-
centration (22 mM, 5.02 g/L) investigated was 1.4 times higher than the concentration of
glyphosate in the herbicide formulation Roundup Classic at the 1:100 dilution (3.6 g/L)
recommended by the manufacturer in agricultural applications. Thus, 22 mM is slightly
higher than the environmentally relevant concentration of glyphosate. Glyphosate and
the seven related compounds were studied in the concentration range of 0.1–22 mM, and
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their inhibitory effects on the binding of (1) αVβ3 to its ECM protein vitronectin, (2) αVβ3
to RGD sequence, (3) α5β1 to RGD sequence and (4) αllbβ3 to its ECM protein (fibrino-
gen) were investigated. The inhibitory effect of glyphosate on (5) the binding of αVβ3 to
S-protein, the SARS-CoV-2 spike protein receptor binding domain, was also tested. The
inhibitory activities of glyphosate and the structurally related ligands tested in Cases (1)–(4)
are shown in Table 2.

Table 1. Physicochemical properties of the ligands studied.

Compound CAS No. 1 Molecular Mass Water Solubility (g/L) Clog Po/w
2 Comment

Glyphosate
Glyphosate

isopropylammonium salt 3

1071-83-6
386411-94-0

169.07
228.19

157
(pH 7.0)

1050

−4.6 *
−4.16

Active ingredient
of herbicides

Aminomethylphosphonic
acid (AMPA) 1066-51-9 111.04 56 (20 ◦C) −4.7 * Metabolite

N-acetylglyphosate 129660-96-4 211.11 slight −2.4 * Metabolite

Glycine 56-40-6 75.07 250 (25 ◦C) −3.2 * Amino acid,
metabolite

Acetylglycine 543-24-8 117.10 26.3 (15 ◦C) −1.2 * Acylamino acid

Sarcosine 107-97-1 89.09 89.1 (20 ◦C) −3.2
−2.8 * Metabolite

Iminodiacetic acid 142-73-4 133.10 24.3 (5 ◦C) −3.3 * Minor impurity
1 The Chemical Abstract Service registry number is an individual identifier of the chemicals. 2 The logarithm of
the partition coefficient of the compound between a non-polar organic phase (octanol) and water, as a descriptor
of lipophilicity. Values marked with * were calculated by the XLOGP3-AA atom-additive method in the PubChem
public database of the National Library of Medicine (Bethesda, MD, USA) [45,46]. 3 Shown as supplementary
information. The isopropylammonium salt of glyphosate is used in certain glyphosate-based herbicide formula-
tions to increase the water solubility of the active ingredient. The physicochemical properties of glyphosate and
its isopropylammonium salt are different; therefore, both entities are listed for clarity.

Table 2. IC50 values and maximal inhibition (%) of the ligands (glyphosate and its structural analogs)
investigated on integrins.

ELISA IC50 Value (mM) 1

(Maximal Inhibition Achieved)

Integrin αVβ3 αVβ3 α5β1 αllbβ3
Immobilized affinity reagent RGD Vitronectin RGD Fibrinogen

Compounds

Glyphosate 2.7 ± 0.5
(100.0 ± 3.9%)

>22
(44.8 ± 3.6%)

9.7 ± 3.2
(85.7 ± 2.1%)

>22
(40.2 ± 2.6%)

Aminomethylphosphonic acid
(AMPA)

1.3 ± 0.2
(95.9 ± 2.2%)

1.5 ± 0.4
(75.3 ± 2.1%)

>22
(44.8 ± 2.6%)

>22
(activation) 2

N-acetylglyphosate >22
(40.6 ± 2.2%)

>22
(47.5 ± 1.2%)

>22
(15.0 ± 2.0%)

>22
(n. d. 3)

Glycine >22
(39.5 ± 6.6%)

>22
(39.5 ± 2.4%)

>22
(22.1 ± 3.3%)

>22
(n. d.)

Acetylglycine >22
(46.8 ± 3.7%)

9.2 ± 1.0
(58.5 ± 0.8%)

5.8 ± 0.9
(98.9 ± 2.3%)

>22
(activation)

Sarcosine >22
(35.0 ± 1.2%)

>22
(37.9 ± 2.3%)

>22
(13.4 ± 2.1%)

>22
(n. d.)

Iminodiacetic acid >22
(24.6 ± 7.9%)

11.5 ± 1.5
(52.4 ± 4.2%)

>22
(8.0 ± 2.0%)

>22
(n. d.)

1 The IC50 value refers to the concentration at which the substance studied exerted half of its maximal inhibitory
effect in the ELISA assay. 2 Activation means that instead of inhibition, an enhanced effect was determined, which
resulted in a higher absorbance value than the negative control. 3 Not detected.

2.1. Inhibitory Effects on the Integrin αVβ3

The inhibitory effect of glyphosate and its structural analogs on αVβ3 ranged from
~25 to 100%, depending on the surface affinity binding agent and the ligand. Generally, it
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can be concluded that glyphosate and its metabolite, AMPA, caused total and almost total
inhibition, respectively, of the RGD-displaying polymer, while in the ECM protein-based
system, their effect decreased. For glyphosate, the lowest inhibitory effect was obtained
for binding the S-protein integrin. In contrast, the opposite effects were detected for the
structural analogs, i.e., their inhibitory effects were higher for the RGD-displaying system
than in the ECM protein-based assay.

2.1.1. Using a Synthetic Polymer Containing the RGD Motif as A Surface Affinity Binding Agent

The application of the synthetic polymer displaying the RGD motif showed that RGD
was the only binding site on the plate’s surface. As a result, it can be considered that both
glyphosate and AMPA cause total inhibition at a concentration of 22 mM (100.0 ± 3.9%
and 95.9 ± 2.2% for glyphosate and AMPA, respectively) on αVβ3. The IC50 values
(concentration at 50% inhibition) were also not significantly different (2.7 ± 0.5 mM and
1.3 ± 0.2 mM for glyphosate and AMPA, respectively). The structural analogs also exerted
an inhibitory effect; however, they were below the 50% inhibition level even at the highest
concentration used (Table 2).

2.1.2. Using Vitronectin as a Surface Affinity Binding Agent

Vitronectin is one of the ECM proteins of αVβ3. In the ECM-based ELISA assay,
both glyphosate and AMPA caused lower inhibition than in the RGD-based tests. The
inhibition levels were 44.8 ± 3.6% and 75.3 ± 2.1% for glyphosate and AMPA, respectively.
In contrast, the inhibition of N-acetylglyphosate (47.5 ± 1.2%), acetylglycine (58.5 ± 0.8%)
and iminodiacetic acid (52.4 ± 4.2%) increased compared with the RGD-based system.
For glycine and sarcosine, the inhibitory effect was not significantly different between the
RGD-based and ECM-based assays (Table 2).

2.1.3. Using S-Protein, the SARS-CoV-2 Spike Protein Receptor Binding Domain, as a Surface
Affinity Binding Agent

The spike protein of the SARS-CoV-2 virus contains the RGD motif; thus, the inhibitory
effect of glyphosate on the binding of the spike protein and αVβ3 was also investigated.
Glyphosate inhibited the binding of αVβ3 by 35.6 ± 4.4%. This result indirectly shows that
the S protein of SARS-CoV-2 can exert its effect through RGD binding and also through
other biochemical routes. As glyphosate had the strongest effect on αVβ3, and its effect
was far the strongest among the ligands, only this integrin and only glyphosate were
investigated in the current study with the SARS-CoV-2 S-protein.

2.2. Inhibitory Effects on the Integrin α5β1

All ligands had an inhibitory effect on the binding of α5β1 to the RGD sequence, but
total inhibition was achieved by acetylglycine (98.9± 2.3%). In the RGD-based ELISA assay,
the inhibitory effects of glyphosate and AMPA were 3.7 times and more than 17.5 times
lower, respectively, compared with αVβ3. Other ligands (N-acetylglyphosate, glycine,
sarcosine and iminodiacetic acid) exerted 8–22% inhibition (Table 2).

2.3. Inhibitory Effects on the Integrin αllbβ3

Of all the ligands, only glyphosate inhibited the binding of the integrin αllbβ3 to
fibrinogen by 40.2 ± 2.6% at a 22 mM concentration. No other compounds had inhibitory
effect. Moreover, AMPA and acetylglycine had activation on binding of integrin αllbβ3 to
fibrinogen (Table 2).

The concentration-dependent effects of glyphosate and AMPA on all the integrins
tested are summarized in semilogartihmic plots in Figures 4 and 5, respectively.
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For glyphosate, it can be concluded that the active ingredient of herbicides inhibits
the RGD binding part of the integrins. In RGD-based assays, where a synthetic polymer
containing RGD was immobilized onto the surface of ELISA microplate, for the αVβ3 and
α5β1 integrins, 100.0 ± 3.9% and 85.7 ± 2.1% inhibition was detected, respectively. In ECM
protein- or possibly S protein-based assays, where besides RGD motif, other binding parts
of the proteins were presented to the integrins, the maximum inhibition was 44.8 ± 3.6%
in the assay of αVβ3 using vitronectin (Figure 4). The high affinity of glyphosate to the
RGD binding part of integrins was evident, since among the ligands tested, glyphosate was
the only one that inhibited the connection of αllbβ3 and its ECM protein, fibrinogen. The
structure of integrins contains a divalent binding site that is near or at the ligand-binding
site and is necessary for the formation of the ligand–integrin connection. The hypothesis is
that the carboxy terminus of glyphosate mimics the aspartic acid in the RGD motif, where
cation exchange between the glyphosate molecule and the integrin can be realized, and
the glycine in glyphosate can form a hydrophobic bond with the integrin molecule [20,28].
In our study, glycine exerted a lower inhibitory effect of 39.5 ± 6.6% and 22.1 ± 3.3% in
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RGD-based ELISA systems than glyphosate. For the full inhibition of glyphosate, it is
supposed that both the carboxy terminus and the glycine part of glyphosate are necessary
for binding to the integrin.

For the main glyphosate metabolite, AMPA, it was determined that this ligand also
showed high affinity for the RGD binding site of integrins; however, this affinity was
lower than that of glyphosate. Moreover, the activation of the αllbβ3 integrin in binding
to fibrinogen was also determined. For αVβ3, at a 22 mM concentration, 95.9 ± 2.2% and
75.3 ± 2.1% inhibition was detected in the RGD-based and ECM-based assays, respectively.

Complete inhibition of certain integrins was achieved only by glyphosate, AMPA and
acetylglycine. Nonetheless, the inhibitory potential at the highest concentration applied,
22 mM (depicted on Figure 6), is also informative for comparing the binding affinity of the
given ligands to different integrins.
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Amplifying the activity of integrin αllbβ3 by AMPA and acetylglycine appears to be
unique within the observations of the present study. Previous reports have indicated that
the low-affinity state of integrins is stabilized by disulfide bonds between the Cys moieties
in the coiled-coil structure of integrins (e.g., αllbβ3), and that small molecule reagents (e.g.,
the reducing agent dithiothreitol) can interfere with these disulfide bonds and thus, activate
αllbβ3 [48,49]. Acetylglycine, however, is not a reducing agent; therefore, its effect does
not appear to be related to the known activation process of disulfide bonds.

2.4. Biochemical and Possible Medical Relevance

The abovementioned integrins αvβ3 and α5β1 are mainly expressed in endothelial
cells, lymphocytes, macrophages, thrombocytes and osteoblasts, but αvβ3 is also expressed
in neutrophil cells, smooth muscle tissue, osteoclasts and fibroblasts, whereas αllbβ3 is
mainly expressed in megakaryocytes and thrombocytes [50]. Since the biochemical role of
integrins in organisms is complex, a description of all their roles was not the aim of this
study. Our previous survey [28] was the first to report the identified inhibitory effect of
glyphosate on cell adhesion processes involving the integrin αvβ3. The results obtained in a
biosensoric measurement setup clearly demonstrated that glyphosate significantly reduced
the adhesion of MC3T3-E1 cells coated with the RGD motif via blocking RGD-specific
integrins in a concentration-dependent manner. This implies that all physiological processes
that involve such cell adhesion can potentially be affected when exposed to glyphosate
above a concentration of 8.7%. To highlight the importance of any inhibition of activation of
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these transmembrane receptors, here, we mention certain physiological processes in which
they play a notable role. The integrin αvβ3 is highly expressed in activated endothelial
cells, newborn vessels and some tumor cells, and takes part in processes of angiogenesis
such as tumor growth. It regulates tumor cells’ adhesion and migration, and thus the
process of metastasis [51]. However, this integrin is not present in resting endothelial cells
and most normal organ systems, making it a suitable target for anti-angiogenic therapy [52].
The SARS-CoV-2 spike protein receptor binding domain (SARS-CoV-2 S protein) interacts
with αVβ3 via the RGD motif and causes events of vascular leakage; thus, integrins’
interactions can explain several COVID-19-induced events of endothelial dysfunction [53].
Glyphosate is an efficient inhibitor if RGD is the obligate binding site. In presence of further
recognizing sequences, its effect becomes weaker, indicating, as circumstantial evidence,
that the SARS-CoV-2 S-protein does not only bind to αvβ3 via the RGD motif. The adhesion
receptor αVβ3 integrin regulates macrophage differentiation and macrophages’ responses
to external signaling, and its activation can maintain chronic inflammatory processes in
pathological conditions [54].

The integrin α5β1, as an endothelial cell integrin, is indispensable in vascular devel-
opment and maturation. The subunit α5 of integrins have critical roles in blood vessel
development during embryogenesis and the complexity of overall blood vessel patterns [55].
Lethal vasculature and cardiac defects were detected when a gene encoding the α5 subunit
was knocked out [56]. Furthermore, α5β1 is a major functional integrin expressed on the
surface of undifferentiated mouse embryonic stem cells, and the expression and function of
this integrin are critical steps in stem cells’ differentiation [57].

The integrin αIIbβ3 is highly expressed in platelets and their progenitors, and thus it
has a central role in platelet function, hemostasis and arterial thrombosis [58]. Its activation
promotes the processes of generating thrombin and blood coagulation [58]; therefore, it
is a target in anti-thrombosis therapy. Paradoxically, however, several αIIbβ3 antagonists
mimicking the RGD motif have been developed in the hope of preventing thrombosis,
which resulted in increasing the likelihood of its incidence due to their integrin-activating
capability [59].

All these integrins are known to bind to echistatin [60,61], while αllbβ3 is inhibited,
unlike the others, by tirofiban [23] and epifibatide [62]. The SARS-CoV-2 S-protein inves-
tigation proves their relevance not only to non-transmittable diseases but also to viral
pathogens, as seen in the literature [14–18].

Altogether, the specific physiological consequences of the inhibitory potency of
glyphosate on integrins is hard to predict. At this stage, making concrete predictions
would be highly speculative, and caution regarding not making conclusions that are not
substantiated by scientific evidence in the area of its possible health effects has been urged
in the scientific literature [41]. Thus, concerning the possible health effects, more systematic
studies are needed with the involvement of at least animal models. The results could also
lead to more specific integrin-targeting compounds or specific surface coatings facilitating
cell adhesion.

3. Materials and Methods
3.1. Chemicals

All chemicals, including the salts for the buffers, fibrinogen, vitronectin, SARS-CoV-2
S-protein, anti-mouse immunoglobulin conjugated to horseradish peroxidase (HRP) as
a secondary antibody and the inhibitors were purchased from Merck Life Science Kft.
(Budapest, Hungary) and its legal predecessors, unless stated otherwise. Glyphosate
(N-phosphonomethyl glycine, CAS No: 1071-83-6) was used in the tests in form of its iso-
propylammonium salt (CAS No: 386411-94-0) obtained from Toronto Research Chemicals
(Toronto, ON, Canada), along with its derivative, N-acetylglyphosate (CAS No: 129660
-96-4). The physicochemical characteristics of the ligands used in the current study are
listed in Table 1. The integrins αvβ3 and α5β1 were purchased from R&D Systems Inc.
(Minneapolis, MN, USA), whereas αllbβ3 was obtained from Enzyme Research Laborato-
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ries Ltd. (Swansea, UK). The primary antibodies (CD51/CD61, CD49e and CD41b) were
purchased from Becton, Dickinson and Company (Franklin Lakes, NJ, USA).

3.2. Enzyme-Linked Immunosorbent Assays (ELISAs)

Assays were carried out in high-capacity 96-well microplates (Nunc, Roskilde, DK,
#442404). Plates were coated with 100 µL of 250 µg/mL PLL-g-PEG-RGD in the form of
poly(L-lysine)-graft-poly(ethylene glycol) terminated with the sequence GGGGYGRGDSP
(SuSos, Dübendorf, Switzerland) in 10 mM 4-(2-hydroxyethyl)-1-piperazine ethanesulfonic
acid (HEPES, pH = 7.4) for 1 h at room temperature or the ECM proteins vitronectin
(0.5 µg/mL) or fibrinogen (20 µg/mL), both in a carbonate buffer (15 mM Na2CO3, 35 mM
NaHCO3, pH = 9.6) overnight at 4 ◦C. Coatings with SARS-CoV-2 S-protein were made with
a 5.72 µg/mL solution in pure PBS (137 mM NaCl, 2.7 mM KCl, 10 mM Na2HPO4 × 2H2O,
3 × 250 µL/well, pH = 7.4) for 4 days at 4 ◦C. The plates were washed three times with
PBS and 0.1% Tween 20. The wells were blocked for 1 h at room temperature with 150 µL
1% bovine serum albumin in a Tris buffer, referred to hereafter a TrisB (20 mM Tris-HCl,
150 mM NaCl, 1 mM CaCl2, 1 mM MgCl2 and 1 mM MnCl2; pH = 7.5). After washing,
competition was performed by incubating 50 µL/well of the inhibitor, which was first
added in serial dilution in the 137.5 µM–44 mM range (in TrisB), together with 50 µL/well
of integrin (αVβ3 at 2 µg/mL, αVβ3 in the SARS-CoV-2 S-protein test at 4 µg/mL, α5β1 at
2.5 µg/mL and αllbβ3 at 5 µg/mL in TrisB). After 1 h of incubation at room temperature
and three rounds of washing, 100 µL/well of the primary antibody (mouse anti-human
CD51/61, CD51/61 in SARS-CoV-2 S-protein test, CD49e or CD41b at concentrations of 2, 5,
1 and 4 µg/mL in TrisB) was added. Incubation and three rounds of washing were followed
by adding the secondary antibody anti-mouse IgG-HRP at a volume of 100 µL/well
(1 µg/mL, TrisB) and incubation for 1 h at room temperature. The wells were washed
three times, then 100 µL/well of 1.2 mM of hydrogen peroxide as a substrate of HRP was
added with 1.2 mM of chromophore 3,3′,5,5′-tetramethylbenzidine in a 0.5 M citrate buffer
(pH 5.0). Color-forming enzymatic reactions were stopped after the required time with
50 µL/well of 4 N sulfuric acid, and the wells were read at 450 nm using a SpectraMax iD3
Multi-Mode Microplate Reader (Molecular Devices, San Jose, CA, USA) in endpoint mode.

3.3. Statistical Analysis

The effects of the glyphosate-related compounds on integrins’ binding to their lig-
ands were statistically analyzed by R 4.0 (The R Foundation for Statistical Computing,
Vienna, Austria). Shapiro–Wilk and Levene’s tests were used to check the normality of
the data and the homogeneity of the variances, respectively, in each assay. Normality
in the Shapiro–Wilk tests and variance homongeneity in Levene’s tests were accepted if
p > 0.05. Statistical evaluation of the data was performed by using a general linear model.
Tukey’s honest significant difference (HSD) tests were conducted as post hoc analyses
following ANOVA to assess the significant differences between groups. IC50 values were
visualized in semi-logarithmic plots and were calculated by non-linear regression using a
logistic (5-parameter) sigmoid dose–response equation described by Rodbard [63], with
p values ≤ 0.05 considered statistically significant. Visualization of the semi-logarithmic
curves was performed by the OriginLab OriginPro 7.0 data analysis and graphing software
system (OriginLab Corporation, Northampton, MA, USA).

The results are reported as means ± standard deviation (SD). Mean values were
calculated as the average of the replicates. In case of independent treatments, replicates
were considered individually, i.e., the mean values were determined as the average of the
replicates in all treatments (not as the average of the averages from each treatment).

4. Conclusions

This study was devised to assess how extended the inhibitory effect of the active
herbicide ingredient glyphosate on the integrin αvβ3, identified in our previous report [28],
is in terms of other RGD integrins and other structurally or metabolically related deriva-
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tives. On the basis of the results of the inhibition tests carried out in phase heterologous
integrin receptor binding immunoassay formats, we reached several conclusions. Full
inhibition, similar to what was previously identified, and complete blocking of the bind-
ing of αvβ3 to the coating macromolecule by glyphosate was detectable only in certain
cases: glyphosate and AMPA inhibited αvβ3 from binding to RGD, and acetylglycine
also inhibited α5β1 from binding to a synthetic polymer containing the RGD motif. Thus,
inhibition by glyphosate appears to be specific for αvβ3, which has a key role in angiogenic
processes, e.g., in tumor growth. Only partial inhibition (8.0–58.5%) was achieved with
certain glyphosate metabolites, while others showed negligible inhibitory potency.

Beside almost full inhibition of αvβ3′s binding to RGD (95.9 ± 2.2%) and high in-
hibition of αvβ3′s binding to vitronectin (75.3 ± 2.1%), AMPA activated the binding of
αIIbB3 to its ECM protein, fibronectin, possibly due to its Ca2+-binding capability. The
same pattern was detected for acetylglycine. Although inhibition levels of 46.8 ± 3.7%,
58.5 ± 0.8% and 98.9 ± 2.3% were detected for the integrins αvβ3 with RGD, αvβ3 with
the ECM protein vitronectin and α5β1 with RGD, respectively, for αIIbB3, high activation
was determined.

Author Contributions: Conceptualization, A.S. and I.S.; methodology, B.G. and E.T.; validation, B.G.;
investigation, B.G. and E.T.; writing—original draft preparation, A.S. and B.G.; writing—review and
editing, E.T., I.S. and R.H.; visualization, B.G., E.T. and I.S.; supervision, A.S.; funding acquisition,
A.S. and R.H. All authors have read and agreed to the published version of the manuscript.

Funding: This research was funded by the Hungarian National Research, Development and Innova-
tion Office (NKFIH) within the Cooperative Doctoral Program for Doctoral Scholarships (KDP-2020)
(B.G. and A.S.), by the National Competitiveness and Excellence Program (project TKP2021-NVA-22,
project KKP 129936) and the TKP2021-EGA-04 Program, by the Hungarian Ministry of Technology
and Industry (project KEHOP-3.2.1-15-2021-00037) and by the Hungarian Academy of Sciences
(Lendület (Momentum) Program) (R.H.).

Institutional Review Board Statement: Not applicable.

Informed Consent Statement: Not applicable.

Data Availability Statement: The data presented in this study are available on request from the
corresponding author. The data are not publicly available for privacy reasons.

Acknowledgments: The authors express their appreciation to Szandra Klátyik at the Agro-Environmental
Research Centre, Institute of Environmental Sciences, Hungarian University of Agriculture and Life
Sciences, Budapest, Hungary for her contribution to the statistical analysis, and to Laura D. Székács
for her expert help with the graphical description of the immunoassay system.

Conflicts of Interest: The authors declare no conflict of interest.

References
1. Barczyk, M.; Carracedo, S.; Gullberg, D. Integrins. Cell Tissue Res. 2010, 339, 269–280. [CrossRef]
2. Morse, E.M.; Brahme, N.N.; Calderwood, D.A. Integrin cytoplasmic tail interactions. Biochemistry 2014, 53, 810–820. [CrossRef]
3. Haas, T.A.; Plow, E.F. Integrin-ligarid interactions: A year in review. Curr. Opin. Cell Biol. 1994, 6, 656–662. [CrossRef]
4. Miranti, C.K.; Brugge, J.S. Sensing the environment: A historical perspective on integrin signal transduction. Nat. Cell Biol. 2002,

4, E83–E90. [CrossRef]
5. Takada, Y.; Ye, X.; Simon, S. The integrins. Genome Biol. 2007, 8, 215. [CrossRef]
6. Mezu-Ndubuisi, O.J.; Maheshwari, A. The role of integrins in inflammation and angiogenesis. Pediatr. Res. 2021, 89, 1619–1626.

[CrossRef] [PubMed]
7. Luo, B.H.; Carman, C.V.; Springer, T.A. Structural basis of integrin regulation and signaling. Annu. Rev. Imunol. 2007, 25, 619–647.

[CrossRef] [PubMed]
8. Pierschbacher, M.D.; Ruoslahti, E. Cell attachment activity of fibronectin can be duplicated by small synthetic fragments of the

molecule. Nature 1984, 309, 30–33. [CrossRef] [PubMed]
9. Takagi, J. Structural basis for ligand recognition by RGD (Arg-Gly-Asp)-dependent integrins. Biochem. Soc. Trans. 2004, 32, 403–406.

[CrossRef]

http://doi.org/10.1007/s00441-009-0834-6
http://doi.org/10.1021/bi401596q
http://doi.org/10.1016/0955-0674(94)90091-4
http://doi.org/10.1038/ncb0402-e83
http://doi.org/10.1186/gb-2007-8-5-215
http://doi.org/10.1038/s41390-020-01177-9
http://www.ncbi.nlm.nih.gov/pubmed/33027803
http://doi.org/10.1146/annurev.immunol.25.022106.141618
http://www.ncbi.nlm.nih.gov/pubmed/17201681
http://doi.org/10.1038/309030a0
http://www.ncbi.nlm.nih.gov/pubmed/6325925
http://doi.org/10.1042/bst0320403


Int. J. Mol. Sci. 2022, 23, 12425 12 of 13

10. Wilkinson, A.L.; John, A.E.; Barrett, J.W.; Gower, E.; Morrison, V.S.; Man, Y.; TaoPun, K.; Roper, J.A.; Luckett, J.C.; Borthwick,
L.A.; et al. Pharmacological characterisation of GSK3335103, an oral αvβ6 integrin small molecule RGD-mimetic inhibitor for the
treatment of fibrotic disease. Eur. J. Pharmacol. 2021, 913, 174618. [CrossRef] [PubMed]

11. Wang, Y.; Liu, Z.; Li, T.; Chen, L.; Lyu, J.; Li, C.; Lin, Y.; Hao, N.; Zhou, M.; Zhong, Z. Enhanced therapeutic effect of RGD-modified
polymeric micelles loaded with low-dose methotrexate and nimesulide on rheumatoid arthritis. Theranostics 2019, 9, 708–720.
[CrossRef]

12. Zhang, L.; Li, Z.; Ye, X.; Chen, Z.; Chen, Z.S. Mechanisms of thrombosis and research progress on targeted antithrombotic drugs.
Drug Discov. Today 2021, 26, 2282–2302. [CrossRef]

13. Cheng, Y.; Ji, Y. RGD-modified polymer and liposome nanovehicles: Recent research progress for drug delivery in cancer
therapeutics. Eur. J. Pharm. Sci. 2019, 128, 8–17. [CrossRef]

14. Claes, J.; Liesenborghs, L.; Peetermans, M.; Veloso, T.R.; Missiakas, D.; Schneewind, O.; Mancini, S.; Entenza, J.M.; Hoylaerts, M.F.;
Heying, R.; et al. Clumping factor A, von Willebrand factor-binding protein and von Willebrand factor anchor Staphylococcus
aureus to the vessel wall. J. Thromb. Haemost. 2017, 15, 1009–1019. [CrossRef]

15. Voss, S.; Hallström, T.; Saleh, M.; Burchhardt, G.; Pribyl, T.; Singh, B.; Riesbeck, K.; Zipfel, P.F.; Hammerschmidt, S. The choline-
binding protein PspC of Streptococcus pneumoniae interacts with the C-terminal heparin-binding domain of vitronectin. J. Biol.
Chem. 2013, 288, 15614–15627. [CrossRef]

16. Nader, D.; Curley, G.F.; Kerrigan, S.W. A new perspective in sepsis treatment: Could RGD-dependent integrins be novel targets?
Drug Discov. Today 2020, 25, 2317–2325. [CrossRef]

17. Tai, W.; He, L.; Zhang, X.; Pu, J.; Voronin, D.; Jiang, S.; Zhou, Y.; Du, L. Characterization of the receptor-binding domain (RBD)
of 2019 novel coronavirus: Implication for development of RBD protein as a viral attachment inhibitor and vaccine. Cell. Mol.
Immunol. 2020, 17, 613–620. [CrossRef]

18. Sigrist, C.J.; Bridge, A.; Le Mercier, P. A potential role for integrins in host cell entry by SARS-CoV-2. Antivir. Res. 2020, 177, 104759.
[CrossRef]

19. Omiecinski, C.J.; Vanden Heuvel, J.P.; Perdew, G.H.; Peters, J.M. Xenobiotic metabolism, disposition, and regulation by receptors:
From biochemical phenomenon to predictors of major toxicities. Toxicol. Sci. 2011, 120 (Suppl. 1), 49–75. [CrossRef] [PubMed]

20. Ruoslahti, E. RGD and other recognition sequences for integrins. Annu. Rev. Cell Dev. Biol. 1996, 12, 697–715. [CrossRef]
21. Heckmann, D.; Kessler, H. Design and synthesis of integrin ligands. Methods Enzymol. 2007, 426, 463–503. [CrossRef] [PubMed]
22. Stadel, J.M.; Nichols, A.J.; Bertolini, D.R.; Samanen, J.M. Therapeutic Potential of Integrin Antagonists. In Integrins: Molecular and

Biological Responses to the Extracellular Matrix.; Cheresh, D.A., Mecham, R.M., Eds.; Academic Press: Cambridge, MA, USA, 1994;
pp. 237–271. ISBN 978-0-08-091729-0. [CrossRef]

23. Hartman, G.D.; Egbertson, M.S.; Halczenko, W.; Laswell, W.L.; Duggan, M.E.; Smith, R.L.; Naylor, A.M.; Manno, P.D.; Lynch, R.J.;
Zhang, G.; et al. Non-peptide fibrinogen receptor antagonists. 1. Discovery and design of exosite inhibitors. J. Med. Chem. 1992,
35, 4640–4642. [CrossRef] [PubMed]

24. Miller, W.H.; Keenan, R.M.; Willette, R.N.; Lark, M.W. Identification and in vivo efficacy of small-molecule antagonists of integrin
αvβ3 (the vitronectin receptor). Drug Discov. Today 2000, 5, 397–408. [CrossRef]

25. Shimaoka, M.; Salas, A.; Yang, W.; Weitz-Schmidt, G.; Springer, T.A. Small Molecule Integrin Antagonists that Bind to the β2
Subunit I-like Domain and Activate Signals in One Direction and Block Them in the Other. Immunity 2003, 19, 391–402. [CrossRef]

26. Smalheer, J.M.; Weigelt, C.A.; Woerner, F.J.; Wells, J.S.; Daneker, W.F.; Mousa, S.A.; Wexler, R.R.; Jadhav, P.K. Synthesis and biological
evaluation of nonpeptide integrin antagonists containing spirocyclic scaffolds. Bioorg. Med. Chem. Lett. 2004, 14, 383–387. [CrossRef]
[PubMed]

27. Nagarajan, S.R.; Meyer, J.M.; Miyashiro, J.M.; Engleman, V.W.; Freeman, S.K.; Griggs, D.W.; Klover, J.A.; Nickols, G.A. Discovery
of Diphenylmethanepropionic and Dihydrostilbeneacetic Acids as Antagonists of the Integrin αvβ3. Chem. Biol. Drug. Des. 2006,
67, 177–181. [CrossRef] [PubMed]

28. Székács, I.; Farkas, E.; Gémes, B.L.; Takács, E.; Székács, A.; Horváth, R. Integrin targeting of glyphosate and its cell adhesion
modulation effects on osteoblastic MC3T3-E1 cells revealed by label-free optical biosensing. Sci. Rep. 2018, 8, 17401. [CrossRef]
[PubMed]

29. Székács, A.; Darvas, B. Forty years with glyphosate. In Herbicides—Properties, Synthesis and Control of Weeds; Hasaneen, M.N., Ed.;
InTech: Rijeka, Croatia, 2012; pp. 247–284. ISBN 978-953-307-803-8. [CrossRef]

30. Székács, A.; Darvas, B. Re-registration challenges of glyphosate in the European Union. Front. Environ. Sci. 2018, 6, 78. [CrossRef]
31. Soares, D.; Silva, L.; Duarte, S.; Pena, A.; Pereira, A. Glyphosate Use, Toxicity and Occurrence in Food. Foods 2021, 10, 2785.

[CrossRef] [PubMed]
32. Dill, G.M. Glyphosate-resistant crops: History, status and future. Pest Manag. Sci. 2005, 61, 219–224. [CrossRef]
33. Baylis, A.D. Why glyphosate is a global herbicide: Strengths, weaknesses and prospects. Pest Manag. Sci. 2000, 56, 299–308. [CrossRef]
34. Battaglin, W.A.; Meyer, M.T.; Kuivila, K.M.; Dietze, J.E. Glyphosate and Its Degradation Product AMPA Occur Frequently and

Widely in U.S. Soils, Surface Water, Groundwater, and Precipitation. J. Am. Water Resour. Assoc. 2014, 50, 275–290. [CrossRef]
35. Carles, L.; Gardon, H.; Joseph, L.; Sanchís, J.; Farré, M.; Artigas, J. Meta-analysis of glyphosate contamination in surface waters

and dissipation by biofilms. Environ. Int. 2019, 124, 284–293. [CrossRef] [PubMed]
36. Peillex, C.; Pelletier, M. The impact and toxicity of glyphosate and glyphosate-based herbicides on health and immunity. J.

Immunotoxicol. 2020, 17, 163–174. [CrossRef]

http://doi.org/10.1016/j.ejphar.2021.174618
http://www.ncbi.nlm.nih.gov/pubmed/34762934
http://doi.org/10.7150/thno.30418
http://doi.org/10.1016/j.drudis.2021.04.023
http://doi.org/10.1016/j.ejps.2018.11.023
http://doi.org/10.1111/jth.13653
http://doi.org/10.1074/jbc.M112.443507
http://doi.org/10.1016/j.drudis.2020.09.038
http://doi.org/10.1038/s41423-020-0400-4
http://doi.org/10.1016/j.antiviral.2020.104759
http://doi.org/10.1093/toxsci/kfq338
http://www.ncbi.nlm.nih.gov/pubmed/21059794
http://doi.org/10.1146/annurev.cellbio.12.1.697
http://doi.org/10.1016/S0076-687926020-3
http://www.ncbi.nlm.nih.gov/pubmed/17697896
http://doi.org/10.1016/B978-0-08-091729-0.50014-0
http://doi.org/10.1021/jm00102a020
http://www.ncbi.nlm.nih.gov/pubmed/1469694
http://doi.org/10.1016/S1359-6446(00)01545-2
http://doi.org/10.1016/S1074-7613(03)00238-3
http://doi.org/10.1016/j.bmcl.2003.10.057
http://www.ncbi.nlm.nih.gov/pubmed/14698164
http://doi.org/10.1111/j.1747-0285.2006.00344.x
http://www.ncbi.nlm.nih.gov/pubmed/16492166
http://doi.org/10.1038/s41598-018-36081-0
http://www.ncbi.nlm.nih.gov/pubmed/30479368
http://doi.org/10.5772/32491
http://doi.org/10.3389/fenvs.2018.00078
http://doi.org/10.3390/foods10112785
http://www.ncbi.nlm.nih.gov/pubmed/34829065
http://doi.org/10.1002/ps.1008
http://doi.org/10.1002/(SICI)1526-4998(200004)56:4&lt;299::AID-PS144&gt;3.0.CO;2-K
http://doi.org/10.1111/jawr.12159
http://doi.org/10.1016/j.envint.2018.12.064
http://www.ncbi.nlm.nih.gov/pubmed/30660841
http://doi.org/10.1080/1547691X.2020.1804492


Int. J. Mol. Sci. 2022, 23, 12425 13 of 13

37. International Agency for Research on Cancer (IARC). Some organophosphate insecticides and herbicides. In IARC Monographs
on the Evaluation of Carcinogenic Risks to Humans; IARC: Lyon, France, 2017; Volume 112, pp. 1–452. Available online: http:
//monographs.iarc.fr/ENG/Monographs/vol112/mono112.pdf (accessed on 11 October 2022).

38. Portier, C.J. A comprehensive analysis of the animal carcinogenicity data for glyphosate from chronic exposure rodent carcino-
genicity studies. Environ. Health 2020, 19, 18. [CrossRef]

39. European Food Safety Authority. Evaluation of the impact of glyphosate and its residues in feed on animal health. EFSA J. 2018,
16, 5283. [CrossRef]

40. European Chemicals Agency (ECHA). Committee for Risk Assessment (RAC) Opinion Proposing Harmonised Classification and
Labeling at EU level of Glyphosate (ISO); N-(phosphonomethyl)glycine; ECHA: Hesinki, Finland, 2021. Available online: https:
//echa.europa.eu/documents/10162/882a2dc7-9e6f-b0ac-491a-ed3526b4018a (accessed on 11 October 2022).

41. Mesnage, R.; Antoniou, M. Facts and fallacies in the debate on glyphosate toxicity. Front. Public Health 2017, 5, 316. [CrossRef]
[PubMed]

42. Morvillo, M. Glyphosate effect: Has the glyphosate controversy affected the EU’s regulatory epistemology? Eur. J. Risk Regul.
2020, 11, 422–435. [CrossRef]

43. Grandcoin, A.; Piel, S.; Baurès, E. AminoMethylPhosphonic acid (AMPA) in natural waters: Its sources, behavior and environ-
mental fate. Water Res. 2017, 117, 187–197. [CrossRef] [PubMed]

44. Siehl, D.L.; Castle, L.A.; Gorton, R.; Keenan, R.J. The molecular basis of glyphosate resistance by an optimized microbial
acetyltransferase. J. Biol. Chem. 2007, 282, 11446–11455. [CrossRef]

45. National Library of Medicine. Available online: https://pubchem.ncbi.nlm.nih.gov (accessed on 11 October 2022).
46. International Union of Pure and Applied Chemistry: Glyphosate-Isopropylamine (Ref: MON 0139). Available online: http:

//sitem.herts.ac.uk/aeru/iupac/Reports/2395.htm (accessed on 11 October 2022).
47. Kapp, T.G.; Rechenmacher, F.; Neubauer, S.; Maltsev, O.V.; Cavalcanti-Adam, E.A.; Zarka, R.; Reuning, U.; Notni, J.; Wester, H.J.;

Mas-Moruno, C.; et al. A Comprehensive Evaluation of the Activity and Selectivity Profile of Ligands for RGD-binding Integrins.
Sci. Rep. 2017, 7, 1–13. [CrossRef]

48. Yan, B.; Smith, J.W. Mechanism of integrin activation by disulfide bond reduction. Biochemistry 2001, 40, 8861–8867. [CrossRef]
49. Kim, C.; Ye, F.; Ginsberg, M.H. Regulation of integrin activation. Ann. Rev. Cell Dev. Biol. 2011, 27, 321–345. [CrossRef] [PubMed]
50. Schaffner, P.; Dard, M.M. Structure and function of RGD peptides involved in bone biology. Cell. Mol. Life Sci. 2003, 60, 119–132.

[CrossRef] [PubMed]
51. Tang, L.; Xu, M.; Zhang, L.; Qu, L.; Liu, X. Role of αVβ3 in prostate cancer: Metastasis initiator and important therapeutic target.

Onco Targets Ther. 2020, 13, 7411–7422. [CrossRef]
52. Liu, Z.; Wang, F.; Chen, X. Integrin αVβ3 targeted cancer therapy. Drug Dev. Res. 2008, 69, 329–339. [CrossRef] [PubMed]
53. Nader, D.; Kerrigan, S. Vascular dysregulation following SARS-CoV-2 infection involves integrin signalling through a VE-

Cadherin mediated pathway. bioRxiv 2022. [CrossRef]
54. Antonov, A.S.; Antonova, G.N.; Munn, D.H.; Mivechi, N.; Lucas, R.; Catravas, J.D.; Verin, A.D. αVβ3 integrin regulates macrophage

inflammatory responses via PI3 kinase/Akt-dependent NF-κB activation. J Cell Physiol. 2011, 226, 469–476. [CrossRef]
55. Francis, S.E.; Goh, K.L.; Hodivala-Dilke, K.; Bader, B.L.; Stark, M.; Davidson, D.; Hynes, R.O. Central roles of α5β1 integrin and fibronectin

in vascular development in mouse embryos and embryoid bodies. Arteroscler. Thromb. Vasc. Biol. 2002, 22, 927–933. [CrossRef]
56. Li, R.; Maminishkis, A.; Zahn, G.; Vossmeyer, D.; Miller, S.S. Integrin α5β1 mediates attachment, migration, and proliferation in

human retinal pigment epithelium: Relevance for proliferative retinal disease. Investig. Ophthalmol. Vis. Sci. 2009, 50, 5988–5996.
[CrossRef] [PubMed]

57. Pimton, P.; Sarkar, S.; Sheth, N.; Perets, A.; Marcinkiewicz, C.; Lazarovici, P.; Lelkes, P.I. Fibronectin-mediated upregulation of
α5β1 integrin and cell adhesion during differentiation of mouse embryonic stem cells. Cell Adhes. Migr. 2011, 5, 73–82. [CrossRef]
[PubMed]

58. Huang, J.; Li, X.; Shi, X.; Zhu, M.; Wang, J.; Huang, S.; Huang, X.; Wang, H.; Li, L.; Deng, H.; et al. Platelet integrin αIIbβ3: Signal
transduction, regulation, and its therapeutic targeting. J. Hematol. Oncol. 2019, 12, 26. [CrossRef]

59. Blue, R.; Kowalska, A.M.; Hirsch, J.; Murcia, M.; Janczak, C.A.; Harrington, A.; Jirouskova, M.; Li, J.; Fuentes, R.; Thornton,
M.A.; et al. Structural and therapeutics insights from the species specificity and in vivo antithrombotic activity of a novel alpha
IIb-specific alpha IIb beta 3 anatonist. Blood 2009, 114, 195. [CrossRef]

60. Gan, Z.R.; Gould, R.J.; Jacobs, J.W.; Friedman, P.A.; Polokoff, M.A. Echistatin—A potent platelet aggregation inhibitor from the
venom of the viper, Echis carinatus. J. Biol. Chem. 1988, 263, 19827–19832. [CrossRef]

61. Pfaff, M.; McLane, M.A.; Beviglia, L.; Niewiarowski, S.; Timpl, R. Comparison of Disintegrins with limited variation in the RGD Loop
in their binding to purified integrins aIIbb3, avb3 and a5b1 and in cell adhesion inhibition. Cell Adhes. Commun. 1994, 2, 491–501.
[CrossRef] [PubMed]

62. Scarborough, R.M.; Naughton, M.A.; Teng, W.; Rose, J.W.; Phillips, D.R.; Nannizzi, L.; Arfsten, A.; Campbell, A.M.; Charo, I.F.
Design of potent and specific integrin antagonists. Peptide antagonists with high specificity for glycoprotein IIb-IIIa. J. Biol. Chem.
1993, 268, 1066–1073. [CrossRef]

63. Rodbard, D. Mathematics and statistics of ligand assays: An illustrated guide. In Ligand Assay: Analysis of International Developments
on Isotopic and Nonisotopic Immunoassay; Langan, J., Clapp, J.J., Eds.; Masson Publishing: New York, NY, USA, 1981; pp. 45–99.
ISBN 0893520942.

http://monographs.iarc.fr/ENG/Monographs/vol112/mono112.pdf
http://monographs.iarc.fr/ENG/Monographs/vol112/mono112.pdf
http://doi.org/10.1186/s12940-020-00574-1
http://doi.org/10.2903/j.efsa.2018.5283)
https://echa.europa.eu/documents/10162/882a2dc7-9e6f-b0ac-491a-ed3526b4018a
https://echa.europa.eu/documents/10162/882a2dc7-9e6f-b0ac-491a-ed3526b4018a
http://doi.org/10.3389/fpubh.2017.00316
http://www.ncbi.nlm.nih.gov/pubmed/29226121
http://doi.org/10.1017/err.2020.11
http://doi.org/10.1016/j.watres.2017.03.055
http://www.ncbi.nlm.nih.gov/pubmed/28391123
http://doi.org/10.1074/jbc.M610267200
https://pubchem.ncbi.nlm.nih.gov
http://sitem.herts.ac.uk/aeru/iupac/Reports/2395.htm
http://sitem.herts.ac.uk/aeru/iupac/Reports/2395.htm
http://doi.org/10.1038/srep39805
http://doi.org/10.1021/bi002902i
http://doi.org/10.1146/annurev-cellbio-100109-104104
http://www.ncbi.nlm.nih.gov/pubmed/21663444
http://doi.org/10.1007/s000180300008
http://www.ncbi.nlm.nih.gov/pubmed/12613662
http://doi.org/10.2147/OTT.S258252
http://doi.org/10.1002/ddr.20265
http://www.ncbi.nlm.nih.gov/pubmed/20628538
http://doi.org/10.1101/2022.03.15.484274
http://doi.org/10.1002/jcp.22356
http://doi.org/10.1161/01.ATV.0000016045.93313.F2
http://doi.org/10.1167/iovs.09-3591
http://www.ncbi.nlm.nih.gov/pubmed/19608542
http://doi.org/10.4161/cam.5.1.13704
http://www.ncbi.nlm.nih.gov/pubmed/20962574
http://doi.org/10.1186/s13045-019-0709-6
http://doi.org/10.1182/blood-2008-08-169243
http://doi.org/10.1016/S0021-9258(19)77710-2
http://doi.org/10.3109/15419069409014213
http://www.ncbi.nlm.nih.gov/pubmed/7538018
http://doi.org/10.1016/S0021-9258(18)54042-4

	Introduction 
	Results and Discussion 
	Inhibitory Effects on the Integrin V3 
	Using a Synthetic Polymer Containing the RGD Motif as A Surface Affinity Binding Agent 
	Using Vitronectin as a Surface Affinity Binding Agent 
	Using S-Protein, the SARS-CoV-2 Spike Protein Receptor Binding Domain, as a Surface Affinity Binding Agent 

	Inhibitory Effects on the Integrin 51 
	Inhibitory Effects on the Integrin llb3 
	Biochemical and Possible Medical Relevance 

	Materials and Methods 
	Chemicals 
	Enzyme-Linked Immunosorbent Assays (ELISAs) 
	Statistical Analysis 

	Conclusions 
	References

