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Abstract: The adsorption kinetics of the SARS-Cov-2 spike protein subunit with the receptor 
binding domain at abiotic surfaces was investigated. A combination of sensitive methods was used 
such as atomic force microscopy yielding a molecular resolution, a quartz microbalance, and optical 
waveguide lightmode spectroscopy. The two latter methods yielded in situ information about the 
protein adsorption kinetics under flow conditions. It was established that at pH 3.5–4 the protein 
adsorbed on mica and silica surfaces in the form of compact quasi-spherical aggregates with an 
average size of 14 nm. The maximum coverage of the layers was equal to 3 and 1 mg m−2 at pH 4 
and 7.4, respectively. The experimental data were successfully interpreted in terms of theoretical 
results derived from modeling. The experiments performed for flat substrates were complemented 
by investigations of the protein corona formation at polymer particles carried out using in situ laser 
Doppler velocimetry technique. In this way, the zeta potential of the protein layers was acquired as 
a function of the coverage. Applying the electrokinetic model, these primary data were converted 
to the dependence of the subunit zeta potential on pH. It was shown that a complete acid-base 
characteristic of the layer can be acquired only using nanomolar quantities of the protein. 

Keywords: adsorption of S protein unit; aggregates of S protein; corona of S protein; S protein 
corona; SARS-Cov-2 spike protein; zeta potential of S protein 

1. Introduction
Coronavirus attachment to abiotic surfaces (fomites) is a crucial issue controlling 

their inactivation and removal by filtration (various kinds of masks) which can decrease 
the proliferation rate of epidemics. However, despite its essential significance, few 
experimental works were devoted to a thorough physicochemical analysis of this process. 
This is mainly caused by limited availability of intact virus (virions) and highly restrictive 
procedures governing permission to undertake such research [1]. 

It is reasonable to expect that one can overcome this limitation considering that virus 
interaction with abiotic surfaces and receptors is mainly controlled by the transmembrane 
proteins, referred to as spike (S) proteins forming protective coronas [2–6]. For example, 
detailed information about the S-protein corona of the SARS-CoV-2 virus was given in 
Refs. [7–14]. In particular, molecular dynamics calculations performed in Ref. [8] showed 
that the protein molecule has the molar mass of 141 kg mol−1 and assumes a cube-like 
shape with the length 26 to 28 nm, for the closed and open conformation, respectively. 
The cross-section of the molecule resembles a triangle having the edge of 15 nm. Both the 
shape and the dimensions of the molecule were experimentally confirmed in Ref. [7] 
applying cryo-electron microscopy measurements. It was also established [13] that the 
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upper part of the S-protein contains a domain responsible for the virion attachment to 
receptors, referred to as the receptor binding domain (RBD) [15]. It should be underlined 
that in contrast to whole S-protein, its subunits containing the RBD domain can be 
synthesized in recombinant form using conventional procedures [16,17], which opens the 
possibility for experimental investigations of its properties and attachment mechanism. 

Unfortunately, few experimental works concerning the bulk physicochemical 
characteristics of the RBD containing subunits of SARS-CoV-2 virus and their interactions 
with abiotic surfaces have been reported in the literature. In Ref. [18], the kinetics of the 
S1 subunit adsorption on alumina and titania plates under diffusion conditions was 
studied by high speed atomic force microscopy (AFM). The process was quantified as the 
dependence of the fraction of the surface area covered by the protein (defined as the 
coverage) on the adsorption time. It is shown that the characteristic time of monolayer 
formation on titania for pure water and pH 7.5 was equal to ca. 200 s. For the NaCl 
concentration of 0.165 M, especially for the alumina substrate, the monolayer formation 
time increased to 4000 s. This effect, analogous to that reported in Ref. [19] for the human 
serum albumin adsorption on a silica substrate, can be attributed to the protein 
aggregation at such a large electrolyte concentration. However, these results could not be 
quantitatively interpreted because the charge and zeta potentials of the protein and the 
substrates were not known. One should also mention that because of the AFM tip 
convolution effects appearing at a large coverage range, a valid estimation of the adsorbed 
molecule size, shape and aggregation degree could not be acquired. 

In Ref. [20], the adsorption kinetics of the S1 and S2 subunits on gold sensors 
modified by various self-assembling layers was investigated by the quartz microbalance 
(QCM) for various pHs. The coverage of protein layers calculated using the Sauerbrey 
equation assumed the largest value of 7.3 mg m−2 at pH 7.4. A quantitative interpretation 
of these results was not attempted because of the lack of information about the molecule 
size and the zeta potential of the QCM sensors. 

Given the deficit of reliable experimental data, the main goal of this work was to 
acquire physicochemical characteristics of the RBD containing subunit of the SARS-Cov-
2 protein (referred later on as S1R) comprising aggregation degree, size and electrokinetic 
properties. A combination of sensitive methods was used such as atomic force microscopy 
yielding a molecular resolution, QCM and optical waveguide light-mode spectroscopy. 
The two latter methods furnish in situ information about the protein adsorption kinetics 
under flow conditions. The experiments performed for flat substrates such as mica and 
silica were complemented by investigations of the protein corona formation on polymer 
particles carried out using in situ electrokinetic techniques. Interpretation of the 
experimental data was carried out using the theoretical results derived from modeling, 
which yielded the charge of the protein as a function of pH. It is expected that the acquired 
information can enable development of efficient procedures for preparing stable S1R 
layers of well-defined coverage on solid substrates, which can be used in further studies 
for determining their interactions with macro-ion ligands, especially immunoglobulins. 

2. Results and Discussion 
2.1. Theoretical Charge Distribution and Hydrophobicity of the S1R Subunit 

To facilitate the interpretation of experimental data, basic characteristic of the SARS-
CoV-2 virus S protein and its subunits containing the receptor binding domain (RBD) 
were theoretically determined. The calculations were performed for using the protein 
crystallographic structure provided in Ref. [8]. In Figure 1, the secondary structures of the 
entire S protein, the S1 subunit (molar mass 74.6 kDa), the S1R subunit and the receptor 
binding motif (RBM), which is responsible for binding human angiotension-converting 
enzyme 2 (ACE2) are schematically shown. 
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Figure 1. (a) Snapshot of S protein with highlighted secondary structure types. (b) Single chain of S 
protein with S1 subunit marked in blue. (c) The fragment of the S1 subunit with the receptor binding 
domain (S1R) marked in red. (d) Zoom of S1R domain with receptor binding motif (RBM) marked 
in grey. VMD software was used for visualization [21]. 

The protonation states of the residues and the nominal charge of the molecule were 
calculated for a broad pH range using the PROPKA 3.0 algorithm [22–24]. The modeling 
performed in this work provided insight in the structure and shape of the molecule and 
determination of its nominal charge and hydrophobicity distributions, which are key 
factors in understanding its adsorption phenomena at abiotic surfaces. Primarily, from the 
amino-acid sequence it was determined that the molar mass of the S1R subunit in the 
monomeric state was equal to 25 and 25.8 kg mol−1 [kDa] for native and His-tagged 
version, respectively. 

Using the typical value of the density of globular proteins, equal to 1.4 × 103 kg mol−1 
[25], one can calculate that the molecular volume is equal to 29.7 and 30.6 nm3 for the 
native and His-tagged molecule, respectively (see Table 1). This gives 3.84 and 3.88 nm, 

respectively, for the equivalent sphere diameter calculated as 
1/3

1
1

6v
d

π
=  
 
 

. These values, 

which are practically equal within the bounds of calculation error, agree fairly well with 
the molecule size as approximated by a sphere of such a diameter, see Figure 2c. 

It is also established in the calculations that the nominal charge of the native S1R unit 
remains positive for the entire pH range 1 to 9, and equal to 23 and 7.5 e (where e is the 
elementary charge assumed to be positive) at pH 3, and 7.0, respectively (see Figure 3). As 
can be expected, the nominal charge of the recombinant protein is slightly larger in the 
entire pH range, in comparison to the native protein, due to the positive charge of the 
attached His-tag, see Figure 3. 
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Table 1. Physicochemical parameters of SARS-Cov-2 S1R molecule monomer. 

Property, Symbol 
Unit Value Remarks 

Molar mass, monomer, M1 
kg mol −1 [kDa] 

  

   25.0 Calculated from the sequence 
25.8 (His-tagged)  

 
Density, ρp 

kg m−3 

   
   1.4 × 103 

 
assumed Ref. [26] 

  

Specific volume, monomer, v1, nm3    29.7 
30.6 (His-tagged)  

Calculated as: 1
1

p Av

M
v

Nρ
=  

Equivalent sphere (hydrodynamic) diameter, d1, nm 
  
   3.84 

3.88 (His-tagged) 
Calculated as: 

1/3

1
1

6v
d

π
=  
 
 

 

Geometrical cross-section area, of equivalent sphere, Sg1, nm2 
   
   11.6 

11.8 (His-tagged) 
Calculated as:

2

1
g1 4

d
S

π
=  

AvN —Avogadro number. 

 
Figure 2. (a,b) correspond to the charge and polarity distribution of S1R domain, respectively. In 
(a), positive and negative charges are highlighted in blue and red, respectively. In (b), the polar and 
nonpolar amino acids are highlighted in violet and green, respectively. (c) S1R domain inscribed in 
the sphere of diameter 3.84 nm, see Table 2. 
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Figure 3. The nominal charge of the S1 subunit, the receptor binding domain, native and His-tagged, 
and the receptor binding motif (RBM) of SARS-CoV-2 S protein versus pH, determined using the 
PROPKA algorithm. 

It should be noted, however, that the nominal charge in electrolyte solutions is 
largely screened by counter-ion condensation. Thus, under physiological conditions char-
acterized by 0.15 M NaCl concentration, the screening length is below a nanometer and in 
effect the effective molecule charge is only a small fraction of the nominal charge as dis-
cussed in Ref. [25,27]. Under such conditions the protein molecules may show the ten-
dency to aggregation, promoted by an uneven charge distribution and the hydrophobic 
amino-acid residues as shown in Figure 2a,b. 

2.2. Characteristics of Substrates Used in Adsorption Experiments 
Thorough physicochemical characterization of mica and silica sensors used in S1R 

adsorption experiments was carried out using AFM measurements (surface topography) 
and streaming potential measurements w carried out in the four-electrode microfluidic 
cell Ref. [28]. It was established that the root mean square (rms) parameter for mica sheets 
determined by AFM was equal to 0.1 ± 0.02 nm, whereas for the QCM sensors it was equal 
to 0.8 ± 0.2 nm. The dependencies of the mica and silica zeta potential on pH derived from 
the streaming potential measurements are shown in Figure 4. 

Analogous bulk characteristics of the polymer particles used as carriers in the corona 
formation experiments were performed using DLS (diffusion coefficient) and the LDV 
measurements (electrophoretic mobility). Using these experimental data, the hydrody-
namic diameter of particles was calculated using the Stokes–Einstein formula and the zeta 
potential using the Smoluchowski–Henry relationship. The hydrodynamic diameter of 
the particles derived in this way was equal to 820 ± 20 and 800 ± 20 nm for the 10 and 150 
NaCl concentration, respectively, which agreed within error boundaries with data de-
rived from the diffractometer. The zeta potential of the S800 particles derived via electro-
phoretic mobility measurements was equal to −97 and −105 mV at pH 3.5 and 7.4 (for the 
ionic strength 0.01 M). The dependence of the zeta potential of particles on pH for 0.01 
and 0.15 M ionic strength is shown in Figure 4. 
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(a) (b) 

Figure 4. Part (a): The dependence of the zeta potential of mica and silica on pH determined by the 
streaming potential method: line 1—silica, 150 mM NaCl, line 2—silica, 10 mM NaCl, line 3—mica, 
150 mM NaCl [28], line 4—mica, 10 mM NaCl. The solid lines represent fits of experimental data. 
Part (b): The dependence of the zeta potential of PS particles on pH determined by the LDV method. 
(●) 150 mM NaCl, (▲) 10 mM NaCl. The solid lines represent fits of experimental data. 

2.3. S1R Adsorption: AFM, QCM and OWLS Measurements 
Adsorption of the S1R molecules on mica under diffusion transport was determined 

by AFM according to the procedure previously applied for fibrinogen [29] and human 
serum albumin [19]. Because of the molecularly smooth and exceptionally homogeneous 
surface properties of mica, this method allowed us to determine the dimensions, shape 
and the number of protein molecules per unit area of the interface (referred to as the sur-
face concentration). Measurements were carried out at pH 3.5, 5.6 and 7.4 (PBS). Typical 
AFM micrographs of the protein layers acquired for the adsorption times of 15, 30 and 60 
min (pH 5.6) are shown in Figure 5. As can be seen, for the short adsorption time, the 
aggregates were separated from each other by an average distance larger than their di-
mensions that allowed us to precisely determine their size, and surface concentration. 

A qualitative analysis of these micrographs indicated that the aggregatess were 
quasi-spherically shaped. Quantitatively, the size distribution of aggregates was deter-
mined by measuring their dimensions in two perpendicular directions and taking an av-
erage value. The size histogram obtained in this way is shown in Figure 6. It was deter-
mined that the average size of the aggregates was equal to 14 ± 4 nm. On the other hand, 
analogous AFM investigations performed at pH 7.4 (PBS buffer) showed that the average 
aggregates size was equal to 18 ± 5 nm. 
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(a) (b) 

 

 

(c) 

Figure 5. S1R protein layers on mica (AFM micrographs); adsorption conditions: pH 5.6, cb = 2 mg 
L−1, 150 M NaCl. Part a: t = 15 min (protein surface concentration 250 μm−2), part b: t = 30 min (protein 
surface concentration 350 μm−2); part c: t = 60 min (protein surface concentration 450 μm−2). 

 
Figure 6. Histogram of the S1R protein size at mica determined by AFM; pH 5.6, cb = 2 mg L−1, 150 
mM NaCl, adsorption time 15 min. Average aggregate size 14 ± 4 nm. 

Thus, from the AFM measurements it becomes evident that the average particle size 
significantly exceeds the S1R monomer size predicted to be 3.84–3.88 nm. This indicates 
that the protein molecules were aggregated to a considerable degree. The geometrical size 
of various aggregates schematically shown in Table 2 can be predicted considering the 

200 nm 200 nm 

200 nm 
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above monomer size, assuming its quasi-spherical shape. Using the geometrical size one 
can calculate the AFM size of the aggregate as an average from two different orientations. 
The hydrodynamic diameter of the aggregates up to the tetramer was calculated using the 
results presented in Ref. [30]. For larger aggregates the approximate formula derived in  

Ref. [30] was used, assuming their quasi-spherical structure (see Table 2). Thus, the 
predicted AFM size of the dimer is equal to 5.8 nm, which agrees with the smallest size in 
the histogram shown in Figure 6. Analogously, the AFM sizes of the aggregate composed 
of 12 monomers is equal 12 nm. Finally, the experimental value of 14 nm corresponds to 
the S1R aggregate composed of 20 monomers forming a micelle of a spherical shape. 

It should be mentioned that a spontaneous formation of S1R aggregates indicates that 
the molecule charge and hydrophobicity are heterogeneously distributed as was pre-
dicted from the theoretical modeling. In consequence, the more hydrophobic and less 
charged part of monomers can attract each other whereas the charged and hydrophilic 
parts are exposed to the electrolyte solution, which was previously observed for the vi-
mentin molecule [30]. 

Except for the size, one can also calculate the effective cross-section area of the aggre-
gates adsorbed on a surface under the side-on and end-on orientations. They varied be-
tween 24 and 100 nm2 for the dimer and the 20 molecule aggregate (for the side-on orien-
tation). Using these data one can calculate the maximum coverage of aggregates, ex-
pressed as a protein mass per unit area and denoted by Γ, from the formula: 

1a
mx

g Av

n M
S N

Γ Θ
 

=   
 

 (1) 

where mxΘ  is the dimensionless maximum coverage, which for non-interacting spheri-

cal particles is equal to 0.55 [31], an  is the number of monomers in the aggregate. 

It is calculated from Equation (1) that Γ∞ varies for the side-on orientation between 1.6 
and 3.4 mg m−2 for the dimer and the 20 molecule aggregate, respectively (see Table 2). 

Table 2. Predicted physicochemical characteristics of S1R protein aggregates. 

Aggregate/Parameter 
dH 

dAFM 
[nm] 

Sg‖ 
[nm2] 

Sg┴ 
[nm2] 

Γ∞ǁ 

[mg m−2] 
Γ∞┴ 

[mg m−2] 

Monomer, na = 1  
M1 = 22 kDa 

 

 
3.84 

    

3.84 12 12 1.6 1.6 
     

Dimer, na = 2 
M2 = 44 kDa 

 

5.4 
5.8 24 12 1.6 3.2 

     
Tetramer, na = 4 

M4 = 88 kDa 

 

     
     

7.6 
9.2 52 24 1.5 3.6 

     

Dodekamer  
(micelle), na = 12 

M12 = 264 kDa 

12 
12 87 87 2.6 2.6 
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Micelle, na = 20 
M20 = 440 kDa 

 

     

14 
14 100 100 3.4 3.4 

dH—hydrodynamic diameter of aggregates, calculated numerically for na = 2, 4 [30] and from the 
formula 1/3

1H H ad C n d=  (CH = 1.35) for na> 10 (na—aggregation number), dAFM- hydrodynamic diameter 
for AFM measurements, Sg‖ cross-section area for the side-on adsorption, Sg┴ cross-section area for 
the end-on adsorption, Γ∞‖, maximum coverage for the side-on adsorption, Γ∞┴, maximum coverage 
for the end-on adsorption, calculated from Equation (1). 

Measurements of the adsorption kinetics of S1R on silica sensors were carried out 
using a quartz crystal microbalance (QCM) according to the procedure previously applied 
for other proteins [19,32]. Although this method is precise enabling real-time, in situ meas-
urements of adsorption/desorption kinetics under convection conditions, the interpreta-
tion of the results is often not unique. This is because the primary signals acquired in the 
QCM measurements, i.e., the oscillation frequency and the dissipation shifts, depend on 
the force exerted on the sensor rather than on the particle mass [32]. The force has an 
inertia component proportional to the particle mass and the hydrodynamic component, 
which plays a significant role for small particle size and lower overtone numbers. This 
hydrodynamic component is often interpreted as the solvent coupling effect leading to 
apparent hydration of particle or protein layers. Therefore, the significance of the results 
derived from QCM can be increased if complementary measurements are carried out un-
der similar physicochemical conditions using an experimental method, which could yield 
the absolute (dry) coverage of the protein. In this work we used the reliable OWLS 
method, whose validity for investigations of globular protein adsorption was previously 
confirmed [19]. 

Typical QCM and OWLS kinetic runs performed at pH 3.5 and 10 mM NaCl concen-
tration are shown in Figure 7. As can be seen, in the case of QCM measurement, the pro-
tein coverage (calculated using the Sauerbrey equation for the overtones 3, 5, 7, 9, 11) rap-
idly increases attaining a maximum value of 8.5 mg m−2 (for the 3rd overtone) after 40 min 
of adsorption. Under the desorption run, where pure electrolyte of the same ionic strength 
and pH was flushed through the cell with the same flow rate, the protein coverage slightly 
decreased and attained a stationary value of 8.0 mg m−2 (for the 3rd overtone). The sta-
tionary coverage monotonically decreased with the overtone number attaining 6.5 mg m−2 
for the 11th overtone. 
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(a) (b) 

Figure 7. Kinetics of S1R adsorption/desorption expressed as the dependence of the coverage on the 
time. Experimental conditions: pH 3.5-4, electrolyte concentration 10 mM, bulk protein concentra-
tion 5 mg L-1 flow rate 8.3 × 10-4 cm3 s-1. Part (a) QCM measurements, silica sensor; the coverage was 
calculated using the Sauerbrey equation for the overtones 3 (red), 5 (green), 7 (blue), 9 (violet), 11 
(light blue). Part (b) OWLS measurements, silica sensor. 

It is interesting to mention that in the case of fibrinogen (molar mass equal to 340 kg 
mol−1) the maximum QCM coverage after desorption (calculated for the 3rd overtone) was 
equal to 3.0 mg m−2 at pH 3.5 and 10 mM NaCl [32]. Considering the hydrodynamic cou-
pling effect, the dry coverage of fibrinogen equal to 1.2 mg m−2 was determined, which 
yielded the value of 0.6 for the apparent hydration function. Interestingly, a similar value 
of the hydration function of 0.55 was obtained for the human serum albumin [19]. Taking 
this hydration function one can calculate that the dry coverage of S1R varied between 3.2 
and 2.6 mg m−2 for the 3rd and 11th overtones, respectively. One can notice that these 
values agree fairly well with those theoretically predicted for the aggregates composed of 
20 and 12 monomers, see Table 2. The validity of these maximum coverage calculations is 
confirmed by the OWLS adsorption kinetic measurements of S1R shown in Figure 7, 
which is analogous to that of QCM; i.e., the protein coverage increased linearly with time 
and attained a plateau value of 2.8 mg m−2 after 40 min. Upon switching to the desorption 
run initiated at 110 min, the coverage slightly decreased to 2.6 mg m−2, which agrees with 
the above QCM results for the 11th overtone. 

Thus, the results shown in Figure 7 confirm an irreversible adsorption mechanism of 
S1R, which can interpreted in terms of attractive electrostatic interactions given that at pH 
of 3.5 the charge of the molecules predicted from the modeling (see Figure 3) was positive, 
whereas the silica charge (zeta potential) was negative at this pH (see Figure 4a). 

Analogous adsorption/desorption kinetic experiments were performed at pH 7.4 
fixed by the PBS buffer at ionic strength of 10 and 150 mM. The results shown in Figure 8 
indicate that the QCM coverage attained after the desorption run was equal to 3.0 and 2.0 
mg m−2 (3rd overtone) for the 150 and 10 mM NaCl concentrations, respectively, which 
corresponds to the dry coverage of 1.2 and 0.8 mg m−2 calculated using the hydration func-
tion pertinent to fibrinogen. These values agree with the maximum dry coverage derived 
from OWLS (see Figure 8b), which supports the applicability of the QCM measurements. 
The significant decrease in the coverage at pH 7.4 compared with pH 3.5 can probably be 
explained by the decrease in the charge of the His-tagged S1R molecule predicted from 
the modeling, which was equal to 26 and 9 e, at pH 3.5 and 7.4, respectively. 
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(a) (b) 

 

 

(c) 
 

Figure 8. Kinetics of S1R adsorption/desorption expressed as the dependence of the coverage on the 
time; adsorption conditions pH 7.4 (PBS), bulk protein concentration 5 mg L-1, flow rate 8.3 × 10-4 
cm3 s-1. Part (a) QCM measurements, silica sensor; 150 mM. Part (b) QCM measurements, silica sen-
sor; 10 mM. The coverage was calculated using the Sauerbrey equation for the overtones 3 (red), 5 
(green), 7 (blue), 9 (violet), 11 (light blue). Part (c) OWLS measurements, silica sensor, 10 mM, NaCl. 

2.4. S1R Protein Corona Formation on Polymer Particles 
As demonstrated in previous works [33,34], investigations of protein adsorption on 

carrier particles exhibit numerous advantages compared to the planar substrate adsorp-
tion discussed above. Primarily, the monolayer formation time is considerably shorter, 
typically of the order of a second and it does not depend on the bulk protein concentration 
[34]. Therefore, experiments can be efficiently carried out even for nM solutions, which is 
especially important for expensive proteins such as the virus S proteins and immunoglob-
ulins. The density of the protein corona formed in this way, mimicking in principle, inac-
tive virion structure [35,36], can be controlled in situ using electrophoretic mobility meas-
urements carried out using the LDV method. 

In this work we applied this method to investigate the S1R corona formation on the 
negatively charged polystyrene particles (S800). Primary experimental results showing 
the dependence of the particle zeta potential on the initial concentration of the S1R protein 
acquired at pH 3.5 and 10 mM NaCl are plotted in Figure 9. 
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Figure 9. The dependence of the zeta potential of negatively charged polymer particles (S800) on 
the bulk S1R at protein concentration; adsorption conditions: pH 3.5, 10 mM NaCl, particle concen-
tration 50 mg L-1. The points denote experimental results obtained from the LDV measurements; the 
solid lines show the theoretical results calculated from the electrokinetic model, Equation (2). 

As can be observed, the initially negative zeta potential of particles rapidly increases 
with the protein concentration and changes its sign to positive at cb = 1 mg L−1. This corre-
sponds to the S1R aggregates concentration of 2.2 nM assuming its molar mass of 440 kDa. 
Given that zeta potential can be effectively determined using the LDV measurements, 
with a relative precision of 5% for this range, this result indicates that using the LDV 
method, the S1R concentration can be determined below one nM. However, for the pro-
tein coverage larger than 1 mg L−1 the increase in the zeta potential becomes less steep and 
finally a plateau value of 23 mV is attained. 

The experimental results shown in Figure 9 were interpreted using the general elec-
trokinetic model discussed in Ref. [37] where the following expression for the zeta poten-
tial of protein corona at carrier particles was formulated 

( ) ( ) ( )i i p pF Fζ Θ Θ ζ Θ ζ= +  (2) 

Where ζ(Θ)is the zeta potential of the corona, ζi is the zeta potential of bare particles, ζp is 
the protein zeta potential in the bulk, and Fi (Θ), Fp (Θ) are the dimensionless functions. 
The Fi function describes the damping of the local flow by the adsorbed molecule layer 
and the Fp function characterizes the contribution to the zeta potential stemming from the 
electric double-layers around adsorbed molecules. The absolute (dimensionless) coverage 
in Equation (2) is calculated as 

v
g g

w

S N S
M

ΑΝΘ Γ
 

= =  
 

 (3) 

where N is the surface concentration of the protein molecules at the particle and Γ  is 
the nominal mass coverage of the molecules calculated from the dependence [34] 

6
pp b

p

d cΓ
c

ρ 
=   
 

 (4) 

where pρ and pd  are the polymer particle density and the diameter, respectively, and 
cp is the particle bulk concentration. 

The results calculated from Equation (2) for the S1R aggregate composed of 20 mol-
ecules (having the molar mass of 440 kDa) are plotted as a solid line in Figure 9. As can be 
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seen, they adequately reflect the experimental run indicating that the maximum coverage 
(where the experimental zeta potential attains a plateau value) calculated from Equation 
(3) was equal to 3.0 mg m−2. This result agrees with the above discussed derived from the 
QCM and OWLS kinetic methods, which confirms a similar adsorption mechanism of S1R 
at microparticles and planar surfaces (sensors). 

Additionally, knowing the limiting value of the corona zeta potential one can calcu-
late the zeta potential of the S1R aggregates in the bulk by expressing Equation (2) in the 
following form 

[ ( ) ( ) ] / ( )p i i pF Fζ ζ Θ Θ ζ Θ= −  (5) 

Considering that for large corona coverage the ( )iF Θ  function exponentially vanishes 

and the function approaches 0.71 [37], one obtains from Equation (5), pζ = 33 mV at pH 
= 3.5. It is interesting to mention that this value coincides with that of the recombinant 
albumin determined in Ref. [38]. This result indicates that the corona formation experi-
ments enable us to determine in a robust way the bulk zeta potential using a microgram 
quantity of a protein, whereas adequate bulk electrophoretic mobility measurements 
(LDV) require a few orders of magnitude larger quantities, typically 1 mg. 

It is also interesting to mention that the zeta potential acquired via the corona for-
mation experiments can be used to determine the electrokinetic charge of the S1R aggre-
gates from the following dependence [30] 

1
2 1

2c H H pQ d dπε κ ζ= + 
 
 

 (6) 

where ε is the electric permittivity of the electrolyte, dH is the hydrodynamic diameter of 
the aggregate (Table 2) and 1κ −  is the electric double-layer thickness. 

Considering that for 10 mM NaCl solution 1κ − = 3.1 nm, dH = 14 nm and ζp = 33 mV, 
one obtains from Equation (6) that the average number of elementary charges per aggre-
gate is equal to 40 e, which gives 2 e per one S1R monomer. This amounts to only 8% of 
the theoretically calculated nominal charge of S1R monomer equal to 26 e at this pH. This 
can be attributed to a significant compensation of the charge by counter-ions, a common 
effect observed for other proteins such as myoglobin, for example [25]. 

It was also determined in a further series of experiments that the particle suspensions 
with the S1R coronas were stable over times exceeding 24 h. This enabled measurement 
of their electrophoretic mobility as a function of pH and in consequence the calculation, 
using the Smoluchowski equation, of their zeta potential. Results of such measurements, 
performed for the corona adsorbed at pH 3.5 with the coverage equal to 3 mg m−2 are 
shown in Figure 10. 

As can be seen, the zeta potential of the particles becomes negative at pH ca. 5 and 
afterward it abruptly attains a plateau value of -40 mV, which does not change for pH up 
to 9. It is also worth mentioning that the zeta potential of the S1R corona did not change 
upon pH cycling, which confirms an adequate stability of the particles. 
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Figure 10. Dependence of the zeta potential of the S1R corona on S800 particles with the coverage 
equal to 3 mg m-2 on pH. The points represent experimental data acquired using the LDV method 
for 10 mM NaCl, (●)—pH increase; (●)—pH decrease, interpolated by a green line. 

3. Materials and Methods 
The recombinant His-tagged SARS-Cov-2 S1R subunit (lyophilized from sterile 40% 

acetonitrile, 0.1% TFA, producer molar mass 25 kg mol−1) was purchased from Raybiotech 
(#230-01102-1000, Peachtree Corners, GA, USA). The stock protein solution was diluted to 
a concentration of 1–5 mg L−1 prior to each adsorption experiment with pH adjusted by 
the addition of HCl (3.5–4) or sterile phosphate buffer saline (PBS supplied by Merck 
Darmstadt, Germany). The solution ionic strength was regulated by the addition of NaCl. 

Other chemical reagents such as sodium chloride, sodium hydroxide, hydrochloric 
acid, were obtained from Avantor Performance Materials Poland S.A. (formerly POCH 
S.A., Gliwice, Poland). Ultrapure water, was obtained using the Milli-Q Elix&Simplicity 
185 purification system from Millipore. 

Ruby muscovite mica supplied from Continental Trade was used as a substrate for 
S1R protein adsorption. The solid pieces of mica were freshly cleaved to thin sheets prior 
to every experiment. 

Negatively charged sulfonate polystyrene microparticles (referred to as S800), used 
as carriers in the subunit corona formation experiments, were synthesized according to 
the Goodwin procedure [39] and thoroughly purified by membrane filtration. 

The kinetics of the protein adsorption was investigated by QCM measurements car-
ried out using a Q-Sense E1 system (QSense, Gothenburg, Sweden) according to the stand-
ard procedure described in Ref [19]. Briefly, the protein solution with the desired concen-
tration (typically 5 mg L−1) was introduced into the QCM-D cell under a regulated volu-
metric flow rate. After completing the adsorption run, the sensor was rinsed by the pure 
electrolyte in order to remove the loosely bound molecules. The adsorbed protein mass 
per unit area, hereafter referred to as the QCM-D mass (coverage), was calculated from 
the Sauerbrey equation: [40]. 

Q Q

o

f
C
n

Γ
Δ

= −  (7) 

where 
Q

Γ  is the mass coverage, Δf is the frequency change, no is the overtone number 
and CQ is the mass (coverage) sensitivity constant equal to 0.177 mg m−2 Hz−1 for the 5 
MHz AT-cut quartz sensor. 

The molecule adsorption kinetics was also measured using optical waveguide light 
mode spectroscopy (OWLS) according to the procedure previously described in Ref. [19]. 
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The OWLS 210 instrument (Microvacuum Ltd., Budapest, Hungary) was used. The appa-
ratus is equipped with a laminar slit shear flow cell comprising a silica-coated waveguide 
(OW2400, Microvacuum). The adsorbing substrates were planar optical waveguides 
made of a glass substrate (refractive index 1.526) covered by a film of Si0.78Ti0.22O2 
(thickness 170 nm, refractive index 1.8) and an additional layer (10 nm) of pure SiO2 ac-
cording to the previous protocol. It is worth mentioning that in contrast to the QCM meas-
urements, which yield the wet mass of the protein layer comprising the hydrodynamically 
coupled water, the OWLS yields absolute (dry) values of the protein coverage [41]. 

Freshly cleaved mica sheets were used in protein adsorption experiments carried out 
under diffusion-controlled transport in a thermostatted cell. After finishing the adsorption 
run, typically lasting 30–180 min, the mica sheets were rinsed with ultrapure water for  
30 s. The micrographs of the protein molecules were acquired by ambient air AFM imag-
ing using the NT-MDT Solver device with the SMENA–B scanning head. The measure-
ments were performed under semi-contact mode using polysilicon cantilevers NSG-03 
with resonance frequencies of 47–150 kHz, a tip radius of 10 nm, and a cone angle less 
than 20°. The images of adsorbed protein molecules were acquired within the scan range 
of 2.0 μm per 2.0 μm, over 10–20 randomly chosen areas over the mica sheet, which en-
sures a relative precision of the coverage determination of about 3%. All the images were 
flattened using an algorithm provided with the instrument. 

Bulk characteristics of the polymer particles used as carriers in the corona formation 
experiments were performed using the dynamic light scattering providing the diffusion 
coefficient and the laser Doppler velocimetry (LDV) yielding the electrophoretic mobility, 
(Zetasizer Nano, Malvern Instruments, Malvern, UK). 

These primary experimental data enabled us to calculate the hydrodynamic diameter 
of particles using the Stokes–Einstein formula and the zeta potential using the Smolu-
chowski–Henry relationship. Independently, the size of the particles was determined by 
laser diffractometry and AFM. 

The electrokinetic characteristics of the substrate (mica sheets and silica plates) were 
acquired by the streaming potential measurements carried out according to the previously 
described procedure [29]. 

The experimental temperature was kept constant at 298 K. 

4. Conclusions 
AFM investigations of S1R subunit adsorption on mica under diffusion transport fur-

nished reliable information about the mechanisms of this process and basis physicochem-
ical properties of the molecules. It was confirmed that the protein layer consisted of quasi-
spherical aggregates with the size equal to 14–18 nm (for pH range 3.5–7.4). Formation of 
aggregates was explained in terms of a heterogeneous distribution of electric charge and 
hydrophobicity, which was predicted from the theoretical modeling. 

These predictions were consistent with QCM and OWLS adsorption kinetic measure-
ments on silica sensors and corona formation on polymer particles investigated by the 
LDV method. It was established, in both cases, that the aggregates efficiently adsorbed at 
pH 3.5 forming compact layers of the maximum coverage equal to 3 mg m−2. At pH 7.4 
and 150 mM NaCl, the maximum coverage of S1R decreased to ca 1 mg m−2, which was 
attributed to their lower positive charge. 

It was also shown that a quantitative interpretation of S1R corona formation on pol-
ymer particles was feasible in terms of the electrokinetic model. This can be exploited to 
efficiently prepare protein coronas on polymer particles of a controlled coverage. Addi-
tionally, using the electokinetic model, we determined the bulk zeta potential and the 
electrokinetic charge of the S1R aggregates, which was not previously reported in the lit-
erature. Such important information is impractical to derive from the bulk electrophoretic 
mobility measurements, which require orders of magnitude larger aggregate concentra-
tion compared to that used in the corona formation experiments. 
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The results obtained in this work confirm that it is feasible to produce stable S1R 
coronas on polymer particles with controlled coverage and zeta potential using only na-
nomolar quantities of the protein. Such layers can be exploited for investigations of the 
protein interactions with macromolecule ligands, particularly with immunoglobulins. 

Author Contributions: Conceptualization, Z.A., P.Ż. and M.W.; methodology, P.Ż. and M.W.; soft-
ware, P.B.; validation, P.Ż., M.W. and P.B.; formal analysis, Z.A.; investigation, P.Ż., M.W. and P.B.; 
resources, K.P., P.D. and R.B.; data curation P.Ż., M.W. and P.B.; writing—original draft prepara-
tion, Z.A. and P.Ż.; writing—review and editing, Z.A., P.Ż., M.W. and P.B.; project administration, 
R.B.; funding acquisition, R.B. K.P. and P.D. All authors have read and agreed to the published 
version of the manuscript. 

Funding: This work was supported by the Statutory activity of the Jerzy Haber Institute of Catalysis 
and Surface Chemistry PAS and by National Science Center of Poland: UMO-2020/01/0/NZ6/00082 
granted to RB. This research was also supported in part by (theoretical calculations) by PL-Grid 
Infrastructure. 

Informed Consent Statement: Not applicable. 

Data Availability Statement: The data is available on request. 

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

References 
1. Celik, U.; Celik, K.; Celik, S.; Abayli, H.; Sahna, K.C.; Tonbak, S.; Toraman, Z.A.; Oral, A. Interpretation of SARS-CoV-2 behav-

iour on different substrates and denaturation of virions using ethanol: An atomic force microscopy study. RSC Adv. 2020, 10, 
44079–44086. https://doi.org/10.1039/D0RA09083B. 

2. Su, S.; Wong, G.; Shi, W.; Liu, J.; Lai, A.C.K.; Zhou, J.; Liu, W.; Bi, Y.; Gao, G.F. Epidemiology, genetic recombination, and 
pathogenesis of coronaviruses. Trends Microbiol. 2016, 24, 490–502. https://doi.org/10.1016/j.tim.2016.03.003. 

3. Yao, H.; Song, Y.; Chen, Y.; Wu, N.; Xu, J.; Sun, C.; Zhang, J.; Weng, T.; Zhang, Z.; Wu, Z.; et al. Molecular architecture of the 
SARS-CoV-2 virus. Cell 2020, 183, 730–738. https://doi.org/10.1016/j.cell.2020.09.018. 

4. Lu, R.; Zhao, X.; Li, J.; Niu, P.; Yang, B.; Wu, H.; Wang, W.; Song, H.; Huang, B.; Zhu, N.; et al. Genomic characterization and 
epidemiology of 2019 novel coronavirus: Implications for virus origins and receptor binding. Lancet 2020, 395, 565–574. 
https://doi.org/10.1016/S0140-6736(20)30251-8. 

5. Rees, A.R. Immunological challenges of the “new” infections: Corona viruses in A new history of vaccines for infectious dis-
eases. A New Hist. Vaccines Infect. Dis. 2022, 395–450. https://doi.org/10.1016/B978-0-12-812754-4.00017-0. 

6. Jackson, C.B.; Farzan, M.; Chen, B.; Choe, H. Mechanisms of SARS-CoV-2 entry into cells. Nat. Rev. Mol. Cell Biol. 2022, 23, 3–20. 
https://doi.org/10.1038/s41580-021-00418-x. 

7. Turoňová, B.; Sikora, M.; Schürmann, C.; Hagen, W.J.H.; Welsch, S.; Blanc, F.E.C.; Von Bülow, S.; Gecht, M.; Bagola, K.; Hörner, 
C.; et al. In situ structural analysis of SARS-CoV-2 spike reveals flexibility mediated by three hinges. Science 2020, 370, 203–208. 
https://doi.org/10.1126/science.abd5223. 

8. Casalino, L.; Gaieb, Z.; Goldsmith, J.A.; Hjorth, C.K.; Dommer, A.C.; Harbison, A.M.; Fogarty, C.A.; Barros, E.P.; Taylor, B.C.; 
McLellan, J.S.; et al. Beyond Shielding: The Roles of Glycans in the SARS-CoV-2 Spike Protein. ACS Cent. Sci. 2020, 6, 1722–1734. 
https://doi.org/10.1021/acscentsci.0c01056. 

9. Walls, A.C.; Park, Y.J.; Tortorici, M.A.; Wall, A.; McGuire, A.T.; Veesler, D. Structure, Function, and Antigenicity of the SARS-
CoV-2 Spike Glycoprotein. Cell 2020, 181, 281–292.e6. https://doi.org/10.1016/j.cell.2020.02.058. 

10. Huang, Y.; Yang, C.; Xu, X.; Xu, W.; Liu, S. Structural and functional properties of SARS-CoV-2 spike protein: Potential antivirus 
drug development for COVID-19. Acta Pharmacol. Sin. 2020, 41, 1141–1149. https://doi.org/10.1038/s41401-020-0485-4. 

11. Wang, Q.; Zhang, Y.; Wu, L.; Niu, S.; Song, C.; Zhang, Z.; Lu, G.; Qiao, C.; Hu, Y.; Yuen, K.Y.; et al. Structural and functional 
basis of SARS-CoV-2 entry by using human ACE2. Cell 2020, 181, 894–904.e9. https://doi.org/10.1016/j.cell.2020.03.045. 

12. Lan, J.; Ge, J.; Yu, J.; Shan, S.; Zhou, H.; Fan, S.; Zhang, Q.; Shi, X.; Wang, Q.; Zhang, L.; et al. Structure of the SARS-CoV-2 spike 
receptor-binding domain bound to the ACE2 recemtor. Nature 2020, 581, 215–220. https://doi.org/10.1038/s41586-020-2180-5. 

13. Wang, M.Y.; Zhao, R.; Gao, L.J.; Gao, X.F.; Wang, D.P.; Cao, J.M. SARS-CoV-2: Structure, Biology, and Structure-Based Thera-
peutics Development. Front. Cell. Infect. Microbiol. 2020, 10, 587269. https://doi.org/10.3389/fcimb.2020.587269. 

14. Herrera, N.G.; Morano, N.C.; Celikgil, A.; Georgiev, G.I.; Malonis, R.J.; Lee, J.H.; Tong, K.; Vergnolle, O.; Massimi, A.B.; Yen, 
L.Y.; et al. Characterization of the SARS-CoV-2 S protein: Biophysical, biochemical, structural, and antigenic analysis. ACS 
Omega 2021, 6, 85–102. https://doi.org/10.1021/acsomega.0c03512. 

15. Wu Y, Wang F, Shen C, Peng W, Li D, Zhao C; et al., A noncompeting pair of human neutralizing antibodies block COVID-19 
virus binding to its receptor ACE2. Science 2020, 368, 1274–1278. https://doi.org/10.1126/science.abc2241. 



Int. J. Mol. Sci. 2022, 23, 12374 17 of 17 
 

 

16. Chen, W.-H.; Tao, X.; Agrawal, A.S.; Algaissi, A.; Peng, B.-H.; Pollet, J.; Strych, U.; Bottazzi, M.E.; Hotez, P.J.; Lustigman, S.; et 
al. Yeast-expressed SARS-CoV recombinant receptor-binding domain (RBD219-N1) formulated with aluminum hydroxide in-
duces protective immunity and reduces immune enhancement. Vaccine 2020, 38, 7533–7541. https://doi.org/10.1016/j.vac-
cine.2020.09.061. 

17. Merkuleva, I.A.; Shcherbakov, D.N.; Borgoyakova, M.B.; Shanshin, D.V.; Rudometov, A.P.; Karpenko, L.I.; Belenkaya, S.V.; 
Isaeva, A.A.; Nesmeyanova, V.S.; Kazachinskaia, E.I.; et al. Comparative Immunogenicity of the Recombinant Receptor-Binding 
Domain of Protein S SARS-CoV-2 Obtained in Prokaryotic and Mammalian Expression Systems. Vaccines 2022, 10, 96. 
https://doi.org/10.3390/vaccines10010096. 

18. Xin, Y.; Grundmeier, G.; Keller, A. Adsorption of SARS-CoV-2 Spike Protein S1 at Oxide Surfaces Studied by High-Speed 
Atomic Force Microscopy. Adv. Nanobiomed Res. 2021, 1, 2000024. https://doi.org/10.1002/anbr.202000024. 

19. Wasilewska, M.; Adamczyk, Z.; Pomorska, A.; Nattich-Rak, M.; Sadowska, M. Human Serum Albumin Adsorption Kinetics on 
Silica: Influence of Protein Solution Stability. Langmuir 2019, 35, 2639–2648. https://doi.org/10.1021/acs.langmuir.8b03266. 

20. Dobrynin, D.; Polishchuk, I.; Portal, L.; Zlotver, I.; Sosnik, A.; Pokroy, B. Adsorption of SARS CoV-2 spike proteins on various 
functionalized surfaces correlates with the high transmissibility of Delta and Omicron variants. Mater. Today Bio 2022, 14, 100265. 
https://doi.org/10.1016/j.mtbio.2022.100265. 

21. Humphrey, W.; Dalke, A.; Schulten, K. VMD: Visual Molecular Dynamics. J. Mol. Graph. 1996, 14, 33–38. 
https://doi.org/10.1016/0263-7855(96)00018-5. 

22. Olsson, M.H.M.; SØndergaard, C.R.; Rostkowski, M.; Jensen, J.H. PROPKA3: Consistent treatment of internal and surface resi-
dues in empirical pKa predictions. J. Chem. Theory Comput. 2011, 7, 525–537. https://doi.org/10.1021/ct100578z. 

23. Søndergaard, C.R.; Olsson, M.H.M.; Rostkowski, M.; Jensen, J.H. Improved treatment of ligands and coupling effects in empir-
ical calculation and rationalization of pKa values J. Chem. Theory Comput. 2011, 7, 2284–2295. https://doi.org/10.1021/ct200133y. 

24. Li, H.; Robertson, A.D.; Jensen, J.H. Very fast empirical prediction and rationalization of protein pKa values. Proteins Struct. 
Funct. Bioinform. 2005, 61, 704–721. https://doi.org/10.1002/prot.20660. 

25. Batys, P.; Nattich-Rak, M.; Adamczyk, Z. Myoglobin molecule charging in electrolyte solutions. Phys. Chem. Chem. Phys. 2020, 
22, 26764–26775. https://doi.org/10.1039/D0CP03771K. 

26. Fischer, H.; Polikarpov, I.; Craievich, A.F. Average protein density is a molecular-weight-dependent function. Protein Sci. 2004, 
13, 2825–2828;. https://doi.org/10.1110/ps.04688204. 

27. Adamczyk, Z.; Batys, P.; Barbasz, J. SARS-CoV-2 virion physicochemical characteristics pertinent to abiotic substrate attach-
ment. Curr. Opin. Colloid Interface Sci. 2021, 55, 101466. https://doi.org/10.1016/j.cocis.2021.101466. 

28. Morga, M.; Adamczyk, Z.; Godrich, S.; Oćwieja, M.; Papastavrou, G. Monolayers of poly-L-lysine on mica–Electrokinetic char-
acteristics. J. Colloid Interface Sci. 2015, 456, 116–124. https://doi.org/10.1016/j.jcis.2015.05.044. 

29. Wasilewska, M.; Adamczyk, Z. Fibrinogen adsorption on mica studied by AFM and in situ streaming potential measurements. 
Langmuir 2011, 27, 686–696. https://doi.org/10.1021/la102931a. 

30. Wasilewska, M.; Żeliszewska, P.; Pogoda, K.; Deptuła, P.; Bucki, R.; Adamczyk, Z. Human vimentin layers on solid substrates: 
Adsorption kinetics and corona formation investigations. Biomacromolecules 2022, 23, 3308–3317. https://doi.org/10.1021/acs.bi-
omac.2c00415. 

31. Adamczyk, Z. Particles at Interfaces. Interactions, Deposition, Structure. 2nd ed.; Elsevier: Amsterdam, The Netherlands, 2017. 
32. Kubiak, K.; Adamczyk, Z.; Wasilewska, M. Mechanisms of fibrinogen adsorption at the silica substrate determined by QCM-D 

measurements. J. Colloid Interface Sci. 2015, 457, 378–387. https://doi.org/10.1016/j.jcis.2015.07.009. 
33. Bratek-Skicki, A.; Żeliszewska, P.; Adamczyk, A.; Cieśla, M. Human fibrinogen monolayers on latex particles: Role of ionic 

strength. Langmuir 2013, 29, 3700–3710. https://doi.org/10.1021/la400419y. 
34. Adamczyk, Z.; Morga, M.; Nattich-Rak, M.; Sadowska, M. Nanoparticle and bioparticle deposition kinetics. Adv. Colloid Interface 

Sci. 2022, 302, 102630. https://doi.org/10.1016/j.cis.2022.102630. 
35. Gorshkov, K.; Susumu, K.; Chen, J.; Xu, M.; Pradhan, M.; Zhu, W. Quantum dot-conjugated SARS-CoV-2 spike pseudo-virions 

enable tracking of angiotensin converting enzyme 2 binding and endocytosis. ACS Nano 2020, 14, 12234–12247. 
https://doi.org/10.1021/acsnano.0c05975. 

36. Yokoyama, K.; Ichiki, A. Nano-size dependence in the adsorption by the SARS-CoV-2 spike protein over gold colloid. Colloids 
Surf. A Physicochem. Eng. Asp. 2021, 615, 126275. https://doi.org/10.1016/j.colsurfa.2021.126275. 

37. Adamczyk, Z.; Sadlej, K.; Wajnryb, E.; Nattich, M.; Ekiel-Jeżewska, M.L.; Bławzdziewicz, J. Streaming potential studies of col-
loid, polyelectrolyte and protein deposition. Adv. Colloid Interface Sci. 2010, 153, 1–29. https://doi.org/10.1016/j.cis.2009.09.004. 

38. Sofińska, K.; Adamczyk, Z.; Kujda, M.; Nattich-Rak, M. Recombinant albumin monolayers on latex particles. Langmuir 2014, 30, 
250–258. https://doi.org/10.1021/la403715s. 

39. Goodwin, J.; Hearn, J.; Ho, C.C.; Otewill, R.H. Studies on the preparation and characterisation of monodisperse polystyrene 
laticee. Colloid Polym. Sci. 1974, 252, 464–471. 

40. Reviakine, I.; Johannsmann, D.; Richter, R.P. Hearing what you cannot see and visualizing what you hear: Interpreting quartz 
crystal microbalance data from solvated interfaces. Anal. Chem. 2011, 83, 8838–8848. https://doi.org/10.1021/ac201778h. 

41. Saftics, A.; Kurunczi, S.; Peter, B.; Szekacs, I.; Ramsden, J.J.; Horvath, R. Data evaluation for surface-sensitive label-free methods 
to obtain real-time kinetic and structural information of thin films: A practical review with related software packages. Adv. 
Colloid Interface Sci. 2021, 294, 102431–64; doi.org/10.1016/j.cis.2021.102431. 

 


