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Understanding bacterial adhesion as a first step toward biofilm formation is of

fundamental interests in many applications. While adhesion to abiotic surfaces is

directly relevant for some applications, it also provides a controlled reference setting

to study details of the adhesion process in general. This review describes the

traditional approaches from contact mechanics and colloidal science, which treat

the bacterium–substratum interaction in a continuous manner. We will discuss its

shortcomings and provide an introduction to different approaches, which understand

the adhesion process as a result of individual stochastic interactions of many

macromolecules with the substratum.

Keywords: bacterial adhesion, living colloids, (x)DLVO, tethering cell wall molecules, single-cell force
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1. INTRODUCTION

Bacterial biofilms are complex consortia of bacterial cells and extracellular substances that can form
on various interfaces (Dunne, 2002). The presence of such biofilms on solid, abiotic surfaces can
cause problems in many applications: Formed on ship hulls, they increase hydrodynamic friction
and therewith fuel consumption (De Carvalho, 2007), biofilms formed inside pipes reduce the
pipes’ diameter and therewith flow rates of fluids (Schwermer et al., 2008), biocorrosion caused by
biofilms reduces efficiency of cooling water systems in the processing industry (Narenkumar et al.,
2019). On medical equipment, such as catheters, implants, protheses, and pacemakers, biofilms
are responsible for device-related infections, which can lead to severe diseases and hence are an
important health care problem (Magill et al., 2014; Römling et al., 2014; Jamal et al., 2018).

One of the first steps in biofilm formation is the adhesion of single cells to a surface. Therefore,
to manage or prevent biofilm formation, a profound understanding of bacterial adhesion to solid
surfaces is necessary. In order to gain experimental access to the basic mechanisms of adhesion,
the parameters of the system must be kept as controlled as possible. Hence, the presented studies
explore bacterial adhesion to abiotic, unconditioned surfaces, i.e., surfaces that are not covered by
other biomacromolecules.

First, the approaches of understanding bacterial adhesion on the whole cell level, namely in
the framework of colloidal science, i.e., surface thermodynamics and DLVO1 theory, and contact
mechanics are briefly presented. We discuss the prospects and limitations of those models and
describe the efforts made outside these frameworks in describing bacterial adhesion mediated by
cell wall macromolecules.

1Named after B. Derjaguin, L. D. Landau, E. Verwey, T. Overbeek (Derjaguin and Landau, 1941; Verwey, 1947).
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2. EXPERIMENTAL SETUPS

To understand how experimental results led to the creation
of different models for bacterial adhesion, the principle
experimental approaches that have been used are briefly
explained (see also, e.g., Tandogan et al., 2017). There are
predominately two principle types of experimental setups: On the
one hand, experiments with a rather high number of planktonic
cells that freely adsorb to an interface and eventually desorb
again; on the other hand, experiments with single cells that are
actively manipulated by external forces to precisely measure their
behavior during adhesion and detachment.

For the first setup type, flow chambers are commonly used in
which a bacterial solution is flushed over a surface of interest by
a laminar flow profile that allows to estimate the forces parallel
to the surfaces. Using optical microscopy, quartz crystal micro-
balance, or surface plasmon resonance, the number of attached
cells in a certain area can be recorded over time (Filion-Côté
et al., 2017; Keskin et al., 2018; Alexander et al., 2019). With
the help of high-resolution optical techniques, not only the
number of cells but also their motion at or above the surface
can be quantified (van der Westen et al., 2018; Vissers et al.,
2018). These methods can collect data of large numbers of cells
simultaneously under controlled (with or without shear flow)
conditions tangential to the surface. However, the forces acting
during approach of the cells normal to the surface cannot be
controlled. In addition, repeating the experiment and the cellular
response for one individual cell is hardly possible.

To repeatedly probe single cells and achieve a high force
control, optical tweezers (Fällman et al., 2004; Zhang and
Liu, 2008) or atomic force microscopy (AFM) (Hinterdorfer
and Dufrêne, 2006; Dufrêne and Pelling, 2013; Thewes et al.,
2015a; Krieg et al., 2019) are used. While both methods have
essentially the same advantages in terms of precise force and
position control, the latter places fewer demands on the system
itself. Therefore, AFM-based force spectroscopy with individual
bacterial probes, termed single cell force spectroscopy (SCFS),
is the method of choice for many researchers investigating
adhesion properties of bacteria (Berne et al., 2018; Alam et al.,
2019). The cells are immobilized at an AFM cantilever and
moved toward and then away from a surface. By measuring
the deflection of the cantilever as a function of its motion,
force-separation curves, such as one schematically shown in
Figure 1A can be recorded. SCFS allows to study the adhesion
process almost natively by using very small force triggers, i.e.,
the force threshold at which the cantilever retraction starts2.
From these curves, many quantities, such as the adhesion force
can be determined. Of note, many experimental force-separation
curves recorded with bacterial cells show a very characteristic
feature: Before the cells reaches the substratum, a sudden change
in the cantilever’s deflection and a decrease in the distance
between cell and substratum is observed, which is referred to as
“snap-in” (Bhushan, 2017). In addition, approach and retraction

2Even experiments with minimal force triggers do not fully mimic flow chamber
experiments since the bacterium is pushed through eventual energy barriers a
planktonic bacterium would encounter.

curves do not necessarily overlap; this is sometimes termed
hysteresis. While investigating a significant number of individual
cells requires a lot of time, the nature of these experiments
allows the repetition of approach and retraction curves with one
and the same bacterial cell. This allows to study the role of
stochasticity in the adhesion process and to distinguish it from
population heterogeneity.

3. BACTERIAL ADHESION ON A
WHOLE-CELL LEVEL

In contact mechanics exist many models, which extend the Hertz
model to include the coupling of adhesion and deformation
forces: Very simplified cases that included adhesion are the
JKR and DMT model (Johnson et al., 1971; Derjaguin et al.,
1975), based on which more accurate models were constructed
that account for deformations and longer ranging adhesion
forces (Muller et al., 1980; Maugis, 1992; Greenwood, 1997;
Ciavarella et al., 2019). The models have also been extended
to describe interactions of inhomogeneous objects (Barthel and
Perriot, 2007; Stan and Adams, 2016), making them suitable
candidates for modeling the adhesion of bacterial cells that have
an inhomogeneous surface structure with a lipid bilayer, cross-
linked peptidoglycan layer, and eventual cellular appendages
(Chen et al., 2014; Loskill et al., 2014). A model including these
heterogeneities has been constructed by Chen et al. (2012), who
considered a layered structure with different elastic properties
along the radial direction. It turns out that this already reduces
the extracted Young’s modulus to 8–50 kPa, which is about a
hundred times smaller than what would be extracted from the
Hertz model.

Note that the heterogeneity is limited to the radial direction
of the spherical cell. Inhomogeneities within the cell surface,
such as clusters of adhesins, and different mechanical properties
or lengths of single molecules in the cell wall are not
considered. One reason for the fact that Chen et al. (2014)
did not experimentally observe effects of these properties can
be attributed to their way of preparing bacterial probes: The
bacteria, already immobilized on the cantilever, were dried for
2 min, which is likely to alter the proteinaceous cell wall layer
and change its original properties, such as heterogeneity (Chen
et al., 2012, 2014). This might also explain why no cell-individual
adhesion behavior was observed.

Colloidal approaches phrase the problem of bacterial adhesion
as minimization of thermodynamic potentials, such as the Gibbs
free energy. Thus, the theory does not take into account eventual
strengthening of adhesive bonds. In the review article by Perni
et al. (2014), it is shown that the simple surface thermodynamics
approach of considering only interfacial energies to minimize
the Gibbs free energy works only in a few cases and is generally
considered too simplistic. A different approach applies the
DLVO theory to the bacterium-plane geometry considering
electrostatic double layer and van der Waals forces that have
shown to influence bacterial adhesion (Van Oss et al., 1990;
Boks et al., 2008; Loskill et al., 2012). Various publications
use different approximations for these forces that can be quite
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FIGURE 1 | (A) Schematic force–distance curve. (B) Sketch of the model: During approach (upper row), the most extend macromolecules start interacting with the

surface and pull the bacterium closer to it, which allows more and more molecules to bind. Upon further approach, some molecules may be compressed. During

retraction (lower row), the molecules are decompressed and then stretched before the detaching individually. (C) Gibb’s free energy in dependence of the relative

displacement of Streptococcus salivarius cells with (top) and without (bottom) fibrillar surface tethers (van der Westen et al., 2018). Image taken from https://pubs.acs.

org/doi/10.1021/acs.langmuir.7b04331. For futher information and permissions refer to ACS. (D) Partitioned force–distance curves (from experiment and simulations)

with varying force trigger. A smaller negative (larger absolute value) force trigger means that the retraction starts later (Thewes et al., 2015b). Blue curves are individual

approach curves, while red curves are individual retraction curves with the same cell. Note the bistable behavior of the retraction curves for intermediate force triggers,

where either one or the other type of curve is observed for the same cell. The pulling regime is indicated by the green dotted circle. (E) Model details for Monte Carlo

simulations by Thewes et al. (2015b): Sphere of radius R decorated with springs of length li connected at fixed height 1di from bottom of the sphere. The other end is

dzi above the surface and interacts with the potential. In each step, the cantilever’s height zc is changed and a new equilibrium position d for the sphere computed.

evolved and inmany instances not analytically solvable. However,
qualitatively there are only few scenarios possible: If either of
the interactions is attractive and the other repulsive, the free
energy landscape displays a minimum close to the surface and
eventually—depending on the exact relation between attractive
and repulsive potentials—also a secondary minimum. Strong
adhesion is achieved when the bacterium can overcome the
barrier and weak adhesion is achieved inside the secondary
minimum.On experimental time scales, weak adhesionmanifests
itself as reversibility of the adhesion process, not predicted by the
surface thermodynamic approach. In DLVO theory, neglected
interactions, such as acid–base interactions and steric effects due
to the presence of polymers on the bacterium surface, have been
incorporated in the so-called xDLVO theory (Van Oss, 1995).
These extensions, however, change the interaction potential
quantitatively but do not alter the qualitative picture. The failure

of these approaches has, according to Perni et al. (2014), been
attributed due to neglecting shear forces and the underlying
assumption of a homogeneous bacterial surface composition.
However, these models do not aim at describing a full approach
and retraction cycle. If the derivative of the potential is
considered as the force experience by a bacterium, no hysteresis
can be observed since the derivative is unique.

To address these limitations, Jasevičius et al. (2015)
extended the DMT model of classical adhesion: The snap-
in is incorporated by the van der Waals force of sphere-plane
geometry acting from the snap-in distance until direct contact
of the surfaces. The magnitude, i.e., the snap-in force, as well as
the snap-in distance are fitted from experimental data and are
not obtained from the constitute equations of DLVO theory.
Once the bacterium is in contact, the usual DMT forces in
addition to repulsive electrostatic double layer forces and steric
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repulsion forces of polymer brushes are considered. This is
complemented by an energy dissipation mechanism including
plastic deformation to produce the adhesion hysteresis.3 Phrased
loosely, this model combines xDLVO theory with the Hertzian
contact model, while also including an ad hoc snap-inmechanism
and energy dissipation. Recently, this model has been extended
to mimic flow chamber experiments and determine if a given
bacterial strain will adhere to a given surface (Jasevičius and
Kruggel-Emden, 2017). Therefore, an initial velocity and viscous
drag was included into the model and it was demonstrated that
Staphylococcus aureus cells stick to a glass surface.

We point out that all three models assume continuous
interactions of the entire bacterium with the surface while
neglecting stochasticity and the responses of individual
macromolecules in the adhesion process. However, the next
section will show that non-continuous interactions are needed to
describe certain aspects of bacterial adhesion.

4. UNDERSTANDING ADHESION
THROUGH INDIVIDUAL
MACROMOLECULES

In a different set of studies, the displacement of different bacteria
after settling in a flow chamber has been monitored by optical
microscopy (Sjollema et al., 2017). These experiments, combined
with SCFS, demonstrated that the movement of the cells parallel
to the surface decreases with increasing adhesion force. These
experimental results combined with an in silico model led to
the conclusion that the bacteria adhere via multiple reversibly
binding tethers, which repeatedly detach from and attach to the
surface without detaching all at the same time (see Figure 1B).
An extension of this study has determined if adhering bacteria
also exhibit vibrations perpendicular to the surface using internal
reflection microscopy (van der Westen et al., 2018). For bacteria
without cellular appendages, a comparison of the results with
predictions from DLVO theory showed that the surface potential
displays two minima with a potential barrier in between that
was considered to be too high to be overcome by Brownian
motion. The researchers observed on the hydrophobic substrata
asymmetric fluctuations inside the secondary minimum with
amplitudes fitting to the width of the minimum, independent
of ionic strength of the solution.4 In contrast, cells with
fibrils showed symmetric fluctuations with five times smaller
vibrational amplitudes, regardless of surface hydrophobicity and
ionic strength of the solution (see Figure 1C). This lead the
authors to distinguish “tether-coupled” and “floating” adhesion
where in the latter case adhesion is dominated by the thermal
motion inside the secondary minimum predicted by DLVO
theory, whereas in the first case the bacterium is bound to the
surface by tethers, which penetrate through the potential barrier
predicted from DLVO theory.

3Different deformation models from contact mechanics display hysteresis even
without energy dissipation or plastic deformation (Goryacheva and Makhovskaya,
2001).
4On hydrophilic surfaces, adhesion was too low to determine amplitudes.

A different approach toward understanding the adhesion
process was taken by analyzing approach curves of S. aureus
on hydrophobic surfaces (Thewes et al., 2015b). It has been
observed that bacterial contact begins at about 50 nm above
the substratum (Thewes et al., 2015b), with the aforementioned
snap-in. In buffer solution, attractive forces over such large
distances cannot be explained by DLVO forces between the
bacterium and the substratum. The snap-in was more detailed by
analyzing approach and retraction curves with varying negative
force triggers, i.e., retraction starts at a certain distance above
the substratum before the cell is in direct contact, in experiment
and simulation (see Figure 1D). While for low and high absolute
values of the force trigger the same rupture lengths were
observed, the adhesion forces were larger for lower absolute
values. In between, an unstable behavior with two types of
retraction curves was observed. This stochasticity is not caused by
difference of individual cells but—since the same cell is repeatedly
used—reflects the internal stochasticity of the adhesion process.
In particular, the curves with small force triggers displayed an
initial attraction to the surface termed “pulling regime” even
though the retraction already started.

To explain these observations, Thewes et al. (2015b)
built a stochastic model that treats the bacterium as a
hard, incompressible sphere decorated with elastic springs
representing the cell wall macromolecules (see Figure 1E). One
end of the springs is fixed to the bacterium, while the other
end fluctuates thermally and interacts with the surface via an
interaction potential. In order to mimic SCFS experiments, this
sphere is connected to a cantilever, modeled as a spring, which
moves toward/away from the surface. After each cantilever step,
determined from the step size of the experimental piezo motor,
a prescribed number of Monte Carlo (MC) steps is performed in
order to incorporate thermal fluctuations. Afterward, the acting
force, computed from the length of the connected springs and
the deflection of the cantilever, is computed. The separation d
of the sphere to the surface is then moved into the mechanical
equilibrium position, such that the restoring force of the
cantilever FC and the pulling force of the macromolecules FM
cancel. The pulling force is generated only by macromolecules,
which are in range of the interaction potential. That way the
binding of individual macromolecules and the macroscopic
movement of the cell are combined in a single model, which
reproduces the experimentally observed behavior, namely the
adhesion hysteresis, the snap-in event, and the behavior of
retraction curves with varying negative force trigger. The model
shows that for generating a snap-in, the distribution of spring
constants is important, while the form of the interaction potential
is not (Thewes et al., 2015b).

The model was extended by replacing the Hookean response
of cell wall macromolecules to stretching by the more realistic
worm-like chains (WLC) response and by reproducing a high
number of experimental force–distance curves from many cells
on hydrophilic and hydrophobic surfaces by MC simulations,
the adhesion process to abiotic surfaces could be understood
in more detail (Maikranz et al., 2020): On hydrophilic surfaces,
cell wall macromolecules bind to the substratum (most likely
by hydrogen bonds) after overcoming a potential barrier while
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FIGURE 2 | (A) Exemplary force–distance curves (upper row) and probability density function of adhesion forces (lower row) from SCFS with S. aureus cells (Maikranz

et al., 2020). (B) Adhesion energy (black symbols) and adhesion force (gray symbols) of S. aureus (left) and S. carnosus (right) in dependence of their contact radius

squared. The reddish rectangle displays the size of the complete right graph (Spengler et al., 2017). (C) (Left) Experimentally determined adhesion forces for 10

individual cells each on different rough substrata. (Right) Correlation of adhesion force and accessible surface area in dependence of the depth from the top of the

rough surface (Spengler et al., 2019).

on hydrophobic surfaces, the molecules tether via hydrophobic
interactions without an energy barrier. This leads to rather
strong adhesion via many molecules on hydrophobic surfaces
and hence rather smooth force–distance curves (where WLC
like signatures of single molecules detaching events define the
rupture length as shown in the inset in Figure 2A), and to very
“spiky,” stochastically varying force–distance curves and rather
low adhesion force on hydrophilic surfaces (see Figure 2A)
(Thewes et al., 2014; Maikranz et al., 2020).

Ostvar and Wood (2016) introduced a similar model
with individual macromolecules and heterogeneous mechanical
responses, but without thermal fluctuations. The flexibility
of the cantilever was not considered, and a plane–plane
geometry was used: The bacterial cell wall is considered to
have a certain roughness (approximately determined by AFM
to be about 10–20 nm) that accounts for differing lengths of
surface molecules. In the model, the surface molecules are
represented by polymers that can either behave like Hookean
springs or WLCs. At the end of each polymer, a bead is
located that can directly bind to the surface via a Lennard–
Jones potential. Upon retraction, every single polymer can
either unbind by the bead escaping the potential. Using
this model, retraction parts of experimental force–distance
curves obtained with Staphylococcus epidermidis cells on glass
substrata could be reproduced (Chen et al., 2011; Ostvar and
Wood, 2016). In general, the model cannot produce a snap-
in event due to the lack of a cantilever that allows the cell
to suddenly approach the surface. Both models demonstrate

that the adhesion process can be understood as the multi-
scale interactions of heterogeneous macromolecules tethering
to a surface.

For these models, the number of cell wall macromolecules
that are able to bind to the substratum and also the exact
knowledge of the cell wall area size that comes in contact with
the surface is important. Spengler et al. (2017) investigated
the size of this area, i.e., the area of the bacterial cell wall
that contributes to the adhesion for S. aureus and S. carnosus
cells: both strains have approximately the same (assumed
to be circular) interaction area with radii of about 150–
300 nm, although S. aureus cells adhere almost one order of
magnitude stronger than S. carnosus cells. Even on the single
species level, no correlation between the adhesion force and
interaction area could be measured (see Figure 2B). In addition,
the study demonstrated that the increase of the contact area
with the applied force differs for different individual cells
proving that the adhesion cannot be described by the Hertzian
contact model.

As mentioned before, the knowledge about the interaction
area and the thermal fluctuations can be used to describe
bacterial adhesion to non-ideal surfaces (Spengler et al., 2019).
It has been found that on nano-rough substrata, the adhesion
force of S. aureus cells decreases with increasing roughness. The
reduced adhesion forces can be directly linked to the decrease in
accessible binding area for macromolecules that undergo thermal
fluctuations of about 50 nm (see Figure 2C). The study also
shows that the thermal fluctuation and hence adhesion can be

Frontiers in Mechanical Engineering | www.frontiersin.org 5 May 2021 | Volume 7 | Article 661370

https://www.frontiersin.org/journals/mechanical-engineering
https://www.frontiersin.org
https://www.frontiersin.org/journals/mechanical-engineering#articles


Spengler et al. Bacterial Adhesion to Abiotic Surfaces

understoodmostly as a passive process: Although cells were killed
during SCFS on these spiky surfaces, their adhesion force was not
affected (Spengler et al., 2019).

5. CONCLUSION

Several approaches to describe and understand bacterial adhesion
on unconditioned abiotic surfaces have been reviewed. Many
studies demonstrate that traditional approaches to bacterial
adhesion from colloid science and contact mechanics have
limitations because adhesion, without external load, is primary
mediated by the interaction of cell wall macromolecules with the
substratum. The force response and stochastic length fluctuations
of individual molecules determine the adhesive behavior. This
leads to huge differences in adhesion forces of individual cells
even within the same population. This mechanical heterogeneity
inside a population can be important on the biofilm level,
determining the colonization of small cavities, e.g., catheters.

A recent study has also shown that external factors, such as
shear stresses, can change the molecules’ force response and even
“activate” adhesion (Dufrêne and Viljoen, 2020). The complexity
caused by these divers mechanical responses is enhanced through
the organization of adhesive molecules into patches, which
were needed to interpret our own results (Spengler et al.,
2021). These patches lead to a strong variation of the adhesion
forces, depending on the contact area between patches and
the substrate. In SCFS experiments, rotation of the bacteria is
excluded, but typically not in the native setting. Reorientation
of the bacteria could lead to more adherent areas coming into

contact with the surface, which in principle could lead to stronger
adhesion, especially on rough surfaces. Incorporating this and
more detailed information, such as experimentally determined
mechanical properties of cell wall macromolecules, their density
and inhomogeneity (for example, in the division plane) are
interesting directions for future research.
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