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Abstract: Bacterial adhesion is the first step in the formation of surface biofilms. The number of
bacteria that bind to a surface from the solution depends on how many bacteria can reach the
surface (bacterial transport) and the strength of interactions between bacterial adhesins and surface
receptors (adhesivity). By using microfluidic channels and video microscopy as well as computational
simulations, we investigated how the interplay between bacterial transport and adhesivity affects
the number of the common human pathogen Escherichia coli that bind to heterogeneous surfaces
with different receptor densities. We determined that gravitational sedimentation causes bacteria to
concentrate at the lower surface over time as fluid moves over a non-adhesive region, so bacteria
preferentially adhere to adhesive regions on the lower, inflow-proximal areas that are downstream
of non-adhesive regions within the entered compartments. Also, initial bacterial attachment to an
adhesive region of a heterogeneous lower surface may be inhibited by shear due to mass transport
effects alone rather than shear forces per se, because higher shear washes out the sedimented bacteria.
We also provide a conceptual framework and theory that predict the impact of sedimentation on
adhesion between and within adhesive regions in flow, where bacteria would likely bind both in vitro
and in vivo, and how to normalize the bacterial binding level under experimental set-ups based on
the flow compartment configuration.
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1. Introduction

As bacterial resistance to antibiotics has increased [1–5], researchers have sought
alternative methods of preventing bacterial infections. A relatively new approach is to
prevent bacterial adhesion to and thus biofilm formation on host cell or tissue surfaces
or devices such as urinary or blood catheters, joint implants, tracheal tubing, etc. [6,7].
Bacterial adhesion is mediated by adhesins that recognize specific carbohydrate or protein
receptors. The function of adhesins can be blocked by small-molecule inhibitors or specific
antibodies [7,8]. Alternatively, the surfaces of implanted devices can be modified to mini-
mize the ability of bacteria to adhere to them [7,9]. Nearly universally, bacterial pathogens
adhere to surfaces in the presence of fluid flow, and the receptors to which they bind are
not uniformly distributed. Thus, it is important to understand how bacterial adhesion is
affected by fluid flow and surface heterogeneity.

Fluid flow-derived shear stress generates drag force on a bound bacterium. While
some bacteria show shear-inhibited adhesion, in which they attach in higher numbers
at lower shear stress [10–27], many bind in a shear-enhanced manner, in which they
attach in higher numbers at higher shear stress [14,28,29]. The amount of shear stress
needed to inhibit adhesion has been used to estimate or compare the strength of adhe-
sive interactions [11,22,25,30,31]. Moreover, the effect of adhesion inhibitors depends on
shear stress [17,26,32,33], and understanding the mechanism underlying shear-enhanced
adhesion has been critical for designing more effective inhibitors [34–36]. This has been
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especially true for Escherichia coli, one of the most common human pathogens, which
causes a majority of diarrhea cases and urinary tract infections (UTIs) (including Foley
catheter-associated UTIs) [37–39], as well as bloodstream infections [40,41], pneumonia
in mechanically ventilated patients [42], and other extra-intestinal infections [43]. E. coli
were the first bacteria for which flow-dependent shear-enhanced adhesion was demon-
strated and its molecular mechanism was studied in great detail [7,29,44–47]. The most
common adhesin of E. coli, the type 1 fimbrial adhesin FimH, has been a target for anti-
adhesive therapy to prevent urinary tract infections [7,47], and mediates shear-enhanced
adhesion [29,44–46]. FimH binds mannosylated receptors via a catch bond mechanism,
where the strength of binding to mannose is allosterically enhanced by the application of
tensile force that induces separation between the adhesive and fimbria-anchoring domains
of FimH E. coli [7,37].

Since the discovery of shear-enhanced adhesion in E. coli, this phenomenon has
been demonstrated in over a dozen different bacterial species [18,28,48–59], and studies
of bacterial adhesion in flow chambers or other microfluidic devices are now regularly
performed [60–64]. However, to interpret measurements of bacterial adhesion to a surface in
flow, it is critical to determine how adhesion reflects the intrinsic strength of binding versus
the number of bacteria available near the surface as a result of mass transport. The latter
depends on advection (the movement of particles with fluid flow, sometimes referred to as
convection), diffusion (the movement of particles through fluid towards regions of lower
chemical potential), the attachment of particles in fluid to the surface, and gravitational
sedimentation. For very small particles like macromolecular complexes or viruses, the
effect of gravity on their sedimentation can be neglected [65–67], but this is not the case
for bacteria [63,68] or larger eukaryotic cells [30,69]. One study by Li et al. predicted that
the transport-limited rate of bacterial attachment to a lower surface in flow is equal to the
product of the sedimentation velocity and the bulk concentration [63]. This theory was
validated by correctly predicting the rate of adhesion to uniform abiotic lower surfaces,
especially at low flow, where drag force is unlikely to impact adhesive strength [63].

However, the theory by Li et al. may not be appropriate for other situations in which
bacteria adhere in flow to highly heterogeneous surfaces due to the localized expression of
receptors on the target cells and tissues. Moreover, in vitro studies of bacterial adhesion to
biological receptors often use a microfluidic device in which the receptors are deposited
in a single large droplet [29,70] or multiple tiny droplets to create a microarray [71–73].
Mass transport effects have been addressed for the adhesion of macromolecules in these
situations [67]. However, it cannot be assumed that these conclusions will be relevant for
particles like bacteria that can sediment under gravitational forces, and the few studies
that have characterized the adhesion of whole bacteria to arrayed compounds have not
addressed the impact of mass transport [74,75]. It is thus relevant to understand how
transport affects bacterial adhesion to heterogeneous surfaces.

Here we seek to understand and predict how diffusion, gravitational sedimentation,
and fluid advection all contribute to bacterial transport and thus to adhesion on hetero-
geneous lower surfaces. For that, we used as a model the adhesion of type 1 fimbriated
E. coli to the lower surface of the flow chamber, in which only a small region is coated with
mannosylated glycoproteins. We employed both video microscopy and computational
transport simulations to analyze bacterial binding.

2. Materials and Methods

Bacterial culture: The pPKL114 and pGB2-24 plasmids were transformed into DH5α
Escherichia coli bacteria, so that the bacteria expressed the type 1 fimbriae with tip associated
mannose-binding FimH adhesin variant of E. coli strain K12 (or J96), broadly used for the
structural, functional, immunization, and small molecule inhibitory studies of FimH [29].
These bacteria were grown overnight in Lennox Lysogeny Broth with 100 µg/mL Ampicillin
and 30 µg/mL Chloramphenicol, rinsed twice with Phosphate Buffered Saline (PBS) and
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then diluted to an optical density of 0.03–0.05 at 600 nm in PBS with 0.1% bovine serum
albumin (PBS-BSA).

Preparation of the flow chamber’s lower surfaces. Bovine RNAseB, which is rich in
high-mannose-type oligosaccharides [76] recognized by type 1 fimbriae under both static
and flow conditions, was incubated with CorningTM 35 mm tissue culture dishes. For small
adhesive spots, 0.1 mg/mL RNAseB in bicarbonate buffer pH 8.0 was drawn in a line with
a pipette tip at the indicated location. For large adhesive spots, lines were drawn in the
same manner, and then a 60 µL droplet of the same RNAseB solution was deposited over
an area of approximately 0.5 by 0.75 cm to one side of the line. Dishes were incubated at
37 ◦C for 75 min, rinsed three times with PBS, and incubated overnight in PBS BSA at 4 ◦C
to block nonspecific adhesion. To prepare nonadhesive lower surfaces for controls and for
measuring the concentration of bacteria flowing near the lower surface, CorningTM 35 mm
tissue culture dishes were simply blocked with PBS-BSA overnight at 4 ◦C.

Bacterial adhesion in flow. The mannosylated dishes were installed as the lower
surface of a GlycotechTM flow chamber with the “B” gasket, creating a channel that is 2 cm
long, 0.25 cm wide, and 254 µm high. Bacteria suspended in PBS-BSA at an optical density
of 0.03 to 0.05 were washed through the flow chamber at a high shear rate of 3100 s−1 for 5
to 10 s to introduce the bacteria into the chamber, and then washed at 15 s−1 for 35 min
while the mannosylated lower surface at the indicated locations was imaged every 30 s in
a Nikon TE2000 inverted microscope with a CoolSnap CCD camera, and Micro-Manager
software. The camera shutter speed was set to 634 ms to blur out the unbound bacteria [29].
To measure only stationary-bound bacteria, two consecutive images were binarized and
multiplied together before counting with the ImageJ particle counter.

Measurement of the near-surface concentration in flow. To measure the concentration
of bacteria near the lower surface in flow, nonadhesive surfaces were prepared as described
above and installed into a Glycotech flow chamber. Bacteria were infused at a shear rate
of 4.7 s−1, and images were collected with a 0.1-s framerate at the indicated times with
the lower surface in focus. The moving bacteria were counted after thresholding and
binarizing the images using ‘Analyze Particles’ in ImageJ, with a range of 8 to 50 pixels2,
to allow for elongated images due to bacteria movement. The near-surface concentration
of bacteria was then measured by dividing the number counted by the area of the images
and the depth of the measured field, which, in turn, was calculated to be 2.5 µm using the
formula field depth = maximum bacterial velocity/shear rate. (Bacteria farther from the
surface were faded and blurred because they moved at too high a velocity and/or were out
of focus.)

Measurement of diffusion coefficient D and Sedimentation Velocity Vg: A chamber
was built using two glass slides separated by two rows of double-sided tape and blocked
overnight at 4 ◦C with PBS-BSA. The bacteria were pipetted into the chamber and allowed
to settle to one surface of the chamber, at which point the chamber was flipped over and a
phase contrast microscope with a CCD camera was used to image the bacteria every 2 s
as they settled. The depth of the chamber was determined by the distance the objective
was moved between focusing on the top and the bottom of the chamber, as previously
described [77], and determined to be 59 µm. The sedimentation velocity of each bacterium
was determined by dividing the chamber height by the time taken for the bacterium to
settle into focus on the lower surface, as shown in Supplementary Figure S1. The mean
was found to be Vg = 0.108 µm/s with a standard deviation of 0.037 µm/s, and standard
error of the mean of 0.0047 (n = 62). The settled bacteria were then imaged at 10 images
per second and the three-dimensional locations of each bacteria were identified with a
previously described tracking algorithm [77]. The diffusion coefficient of each bacterium
was calculated as

D = (x2 + y2)/4t (1)

where x and y indicate the distance traveled in the x and y directions over time t. The mean
diffusion coefficient was D = 0.19 ± 0.03 µm2/s (n = 22).
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Computational Model Development. A COMSOL two-dimensional model was built to
mimic the GlychotechTM flow chamber used in experiments. The chamber was represented
by a 2 cm long by 254 µm high rectangle. To model experiments with a single large spot,
the adhesive spot started 10 mm from the inlet of the chamber and was 0.5 mm long.
The velocity of bacteria in the y direction was the sedimentation velocity, vy = −Vg. The
velocity of bacteria in the x-direction was that of parabolic fluid flow:

vx = S·
(

h− h2

H

)
(2)

where S is the wall shear rate (s−1), h is the distance between the bacterial midpoint and
the lower surface, and H is the depth of the chamber. Because bacteria have a finite, not
infinitesimal, size, we needed to address the fact that bacteria can adhere to the lower
surface when their midpoint is a distance of one radius (r) from the lower surface, but
their velocity is approximately the velocity of fluid at their midpoint, not their bottom. We
therefore defined y = h− r as the distance between the bottom of the bacterium and the
lower surface as the independent variable in the simulations. That is,

vx = S·
(

y + r− (y + r)2

H

)
= S·

(
y + r− y2

H
− 2

ry
H
− r2

H

)
. (3)

Because r � H, r2

H � r, and ry
H � y, these two terms can be neglected, resulting in the

following velocity vector for the bacteria:

→
v =

(
S·
(

y + r− y2

H

)
,−Vg

)
. (4)

The transport of diluted species module was used to solve the two-dimensional
advection–diffusion equation:

∂C
∂t

= D∇2C−∇·C→v . (5)

All boundaries were modeled with no flux conditions except the inflow and outflow,
which were modeled as such, and the lower surface, which was modeled as non-saturating
and irreversible adhesion by a simple flux out of the boundary at rate −konC. The accumu-
lated bacteria were reciprocally modeled with the lower dimension variable B defined only
on the boundary, with the equation

∂B
∂t

= konC. (6)

Here, kon is the effective bacterial association rate constant, which is the ratio of the
adhesive flux J (in m−2s−1) to the concentration near the surface available to bind (in m−3)
and thus has units of m/s or length per time. Parameter values from Table 1 were used
unless otherwise indicated. For the simulations with a nonadhesive surface, kon = 0 and
the near-surface concentration was calculated by averaging the concentration of bacteria
within 2.5 µm of the lower surface.

Table 1. Parameters used in simulations, unless otherwise indicated.

Symbol Definition Default Value

Vg Gravitational sedimentation velocity 1 0.1 µm
s

D Bacterial diffusion coefficient 1 0.19 µm2

s
r Bacterial radius 1 µm

kon Effective bacterial association rate 2 0.36 µm
s

C0 Initial bacterial concentration 2 13, 200 1
µL

H Chamber depth 3 254 µm
S Wall shear rate 3 15 1

s
x0 Location of upstream edge of spot 3 1 cm

1 See methods. 2 Fit to data. 3 Controlled by experimental conditions.



Pathogens 2023, 12, 941 5 of 16

3. Results
3.1. Gravitational Sedimentation Affects the Concentration of Bacteria near the Lower Surface

In order to determine how mass transport with gravitational sedimentation affects the
number of type 1 fimbriated E. coli available to bind to the lower surface in flow, the number
of bacteria was monitored via video microscopy near the lower surface of a microfluidic
chamber with a nonadhesive service (i.e., not covered with mannosylated glycoproteins).
The monitoring was performed at three locations within the chamber located x = 0.5, 1,
and 1.5 cm downstream from the inflow (Figure 1a). Bacteria within the bottom 2.5 µm of
the chamber (hereafter called near-surface), were counted because bacteria farther from
the surface were blurred as they moved at a higher velocity and/or were out of focus.
We observed that the near-surface concentration of bacteria increased over time at the
same rate at all three locations, until it reached an equilibrium value (Figure 1b), with
the equilibrium value increasing approximately linearly with distance from the inflow
(Figure 1c). This increase cannot be explained by diffusion, which would act to maintain
the initial concentration of bacteria, but instead, these results suggest that gravitational
sedimentation impacts the near-surface concentration of bacteria in a manner that depends
on both time and position along the length of the chamber.
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Figure 1. Concentration of bacteria within 2.5 microns of a nonadhesive lower surface at a wall
shear rate of 4.7 s−1. (a). Schematic of the Glycotech flow chamber, showing the location at which
images were taken near the lower surface of the chamber. (b) The concentration was determined
by dividing the number of bacteria in the image by the area in the field of view and a depth of
2.5 microns. Time-dependent changes in this near-surface concentration as measured experimentally
at the indicated distances downstream from the inflow of the chamber. Error bars indicate the 67%
confidence interval for a Poisson distribution based on the number of bacteria per field of view.
(c). The near-surface concentration of bacteria at equilibrium as a function of location, based on the
average measurements between 10 and 40 min. *** indicates p < 0.0001 by one-way ANOVA with
Tukey post hoc correction for multiple comparisons.
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3.2. Effect of Mass Transport on the Concentration of Bacteria near a Lower Surface

We next used computational simulations to model the combined impact of fluid
flow, gravity, and diffusion on the concentration of bacteria over time and position within
a microfluidic chamber. We first measured the diffusion coefficient and sedimentation
velocity of individual bacteria by tracking their movement through fluid in a static chamber,
in order to determine the parameter values to use when comparing the simulations to
experiments. The fluid velocity in the chamber is known from the chamber geometry, and
the volumetric flow rate is set by a programmable pump.

The simulations (Figure 2a) showed that near the inflow, bacteria are at their original
concentration (normalized to one in this image), but further into the chamber, there is
an increased concentration of bacteria at the lower surface and depletion at the upper
surface. To compare the simulations with the experiments, the concentration of bacteria in
a 2.5 µm high volume nearest the surface (Figure 2a) was averaged at the same locations
as in the experiments. These calculations reproduced the key experimental observations
depicted in Figure 1 above. The bacterial concentration near the lower surface increased
linearly over time at a similar rate at all spots until it reached an equilibrium concentration
(Figure 2b), and the equilibrium concentration increased with distance from the inflow
(Figure 2c). The simulations showed a small quantitative difference in the time to reach
equilibrium compared to the experiments, but this is not unusual for simulations in which
nearly all parameters are measured experimentally, and may be attributed to experimental
error in the parameter measurements. Thus, the simulations reproduced the key aspects
of sedimentation and can be useful for understanding the sedimentation behavior of
bacteria in flow.
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Figure 2. Simulations of the concentration of bacteria flowing within 2.5 microns from the lower
surface. (a) Illustrative simulation of bacterial concentration in a chamber, viewed from the side. The
small rectangle outlined in black illustrates the side view of a 2.5 µm high “near surface” volume
over which the bacterial concentration is averaged to compare with experimental measurements.
(b) Time-dependent changes in near-surface concentration at three locations within the chamber.
(c) Equilibrium values of near-surface concentration as a function of distance from the inflow. The
same colors and symbols are used in panels (a,b) to indicate distance into the channel. Parameters
were used from Table 1, except that the shear rate was S = 4.7 s−1, and the bulk concentration was
C0 = 30,000/µL.



Pathogens 2023, 12, 941 7 of 16

To explore how flowing through a non-adhesive region affects the concentration of
bacteria available to bind to the lower surface at equilibrium, we performed mass trans-
port simulations without any binding to the surfaces. The near-surface concentration at
equilibrium increased approximately linearly with both position in the chamber (Figure 3a)
and sedimentation velocity (Figure 3b). This confirms that the increase in near-surface con-
centration observed in the experiments is indeed due to gravitational sedimentation. The
simulations also predicted that the near-surface concentration decreases with the diffusion
coefficient (Figure 3c) and wall shear rate (Figure 3d). This is consistent with the idea that
diffusion and lateral fluid flow mitigate sedimentation by, respectively, mixing or washing
out the concentrated layer of bacteria near the lower surface. More specifically, we deter-
mined that the concentration of bacteria near the lower surface increased linearly with the
distance from the inflow and with the square of the sedimentation velocity, but decreased in-
versely with both the diffusion coefficient and shear rate, at least within the range of values
for which diffusion and sedimentation are both important (Supplementary Figure S2).
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Figure 3. Effect of position and experimental conditions on the near-surface concentration of bacteria
at the lower surface. Transport simulations were used to predict the effect of (a) position in distance
from inflow, (b) sedimentation velocity, (c) diffusion coefficient, and (d) shear rate on the concentration
of bacteria within 2.5 microns of the lower surface at equilibrium. All parameters are taken from
Table 1 for the large circles, and only the indicated parameter varies for the small circles.

Overall, these simulations demonstrate that the number of bacteria available to bind
is dramatically affected by the transit of bacteria through a non-adhesive region within the
flow compartment (in our case, a microfluidic channel). Specifically, there will be more
bacteria available to bind as bacteria move further into a channel, and this effect would
be most pronounced at low wall shear rates, and with larger bacteria, which settle more
quickly and diffuse more slowly.

3.3. Effect of Mass Transport on Bacterial Adhesion

To consider the importance of gravitational sedimentation on bacterial adhesion in
flow, we recognize that surfaces are likely to be heterogeneous, for example, because only
some but not other cells express appropriate receptors in vivo. Thus, we performed ex-
periments in which a spot on the lower surface of a chamber was functionalized with
100 µg/mL of bovine RNAseB, a model glycoprotein with high-mannose-type oligosac-
charides to which type 1 fimbriated bacteria bind well at any shear. We prepared an
adhesive spot 1 cm into the flow chamber, as illustrated in Figure 4a. E. coli were washed
through these chambers at a wall shear rate of 15 s−1 for 29 min, and adherent bacteria
were recorded using video microscopy with a field of view that included the first 500 µm
from the upstream edge of the spot. The density of bound bacteria was highest at the
upstream edge of the spot and dropped with distance, as illustrated in Figure 4a. The
images were then divided into 50 µm wide regions in the direction of flow, to determine
how the number of adherent bacteria depended on the distance into the spot. As seen in
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Figure 4b, the density of adherent bacteria was highest at the upstream edge of the spot
proximal to the flow input and decayed within about 200 µm to a relatively constant value
in the interior of the spot.
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after adhering for 29 min at a wall shear rate of 15 s−1 (average and SEM of N = 4 videos
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In order to better understand this adhesive pattern, transport simulations were per-
formed with the inclusion of an adhesive process. Because in our experiments bacteria
rarely moved or detached upon binding to the surface, and the bacterial concentration
was too low for the surface to become saturated, we modeled adhesion as irreversible
and independent of the bound density by using a single first-order effective association
rate constant, kon, which is the rate at which bacteria that are touching the surface bind
to it irreversibly. After fitting this rate constant to the data, the simulations matched the
experimental data closely (Figure 4b).

To describe the pattern of adhesion observed in both experiments and simulations,
we noted that the data was well approximated by an exponential decay with a constant
baseline (Figure 4b).

B =
(

Bedge − Bint

)
× exp

(
− x

xc

)
+ Bint (7)
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That is, binding density (B) decayed exponentially with distance within the spot (x)
over a characteristic “fall-off distance (xc)” from a high density at the upstream edge of the
spot (Bedge) to a position-independent interior density (Bint).

We next used the simulations to explore how various experimental conditions would
affect the number of bound bacteria and fit the exponential Equation (7) to the resulting pat-
terns of adhesion to describe the results. Notably, we observed that the fall-off distance xc
was relatively insensitive to spot position, sedimentation velocity, and diffusion coefficient,
and varied less than twofold over shear rates of 5 to 50 s−1 (Supplementary Figure S4).
Therefore, the impacts of experimental conditions on adhesion can best be analyzed by fo-
cusing on impacts on the edge density Bedge and interior density Bint, as shown in Figure 4c.

The amount of adhesion at both the upstream edge and the interior of a spot increased
linearly with its position within the chamber. This demonstrates that more bacteria will
adhere to adhesive spots that are positioned farther downstream in a fluidic channel,
relative to those farther upstream. Interestingly, however, the pattern of adhesion within a
spot was relatively insensitive to position; there was little to no difference in the fall-off
distance or in the ratio of edge to interior density. Binding within such a spot also increased
strongly with sedimentation velocity and decreased as the diffusion coefficient increased.
Because sedimentation velocity increases with the square of the bacterial radius and the
diffusion coefficient decreases with radius, larger bacteria will adhere much more rapidly to
adhesive spots in flow than smaller bacteria, all else being equal. Finally, the wall shear rate
decreased the amount of binding. Not surprisingly, these effects of position, sedimentation,
diffusion, and shear rate (Figure 4c) reflect the impacts of these variables on near-surface
concentration at the lower surface (Figure 3) This suggests that the number of bacteria that
adhere to flow to adhesive regions strongly reflects the sedimentation of bacteria while
they travel over a non-adhesive lower surface.

We also asked a related question about the position of the spot, which is how an
upstream adhesive spot affects bacterial adhesion to another adhesive spot downstream.
To address this question, we added a second 0.5 mm wide adhesive spot 2 mm upstream in
our simulations of bacterial transport and adhesion. As might be expected, fewer bacteria
adhered to a spot at a given location when there was another adhesive spot upstream
(Figure 5). However, the sharpness of the edge was similar with and without the preceding
spot; both the fall-off distance and the ratio of edge to interior density appeared unchanged.
We conclude that the total amount of adhesion measured within a spot can be affected
not only by the position of the spot in question, but also by the heterogeneity of the lower
surface upstream. At the same time, and quite remarkably, the distribution of bacteria
binding within an adhesive spot appears to be independent of the presence of other
adhesive spots upstream, just as it was independent of the position of the spot (Figure 4).
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of the simulated conditions. An adhesive spot was placed 1 cm from the inflow to which bacterial
density was measured after 29 min, either with a preceding spot or with no preceding spot. The spot
was 0.5 mm wide and was placed 0.2 mm upstream. (b) Adherent bacterial density in 50 µm wide
strips within the measured spot. All parameters were taken from Table 1.
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3.4. Sensitivity of Bacterial Adhesion to Binding Kinetics

Finally, we addressed how bacterial adhesion reflects the effective association rate
constant kon by varying this parameter in simulations (Figure 6). Bacterial adhesion was
independent of the association rate constant kon above a critical value. This is expected
because when the association rate constant is high enough, binding is “transport-limited,”
meaning that adhesion occurs so quickly that the limiting factor is how fast bacteria are
brought to the lower surface. With lower association rate constants, when binding was
not transport-limited, bacterial attachment increased with the association rate constant at
both the upstream edge of the spot, and in the interior (Figure 6a), as might be expected. In
addition, the pattern of adhesion changed with the association rate constant. For example,
when the association rate constant increased from 0.4 to 2 µm/s, the upstream edge density
increased 1.7-fold, while the interior density remained the same, so the ratio of the edge to
interior density increased 1.7-fold (Figure 6a). Moreover, the fall-off distance decreased by
a similar amount within the same range of association rate constants (Figure 6b). These
findings predict that when binding is not transport-limited, stronger adhesion is reflected
by a sharper upstream edge, in which adhesion drops by a higher ratio over a shorter
distance, relative to weaker adhesion.
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Figure 6. Impact of the effective association rate constant on bacterial binding. The effective associa-
tion rate constant kon was varied in computational simulations, and the pattern of bound bacteria was
characterized as before by the (a) upstream edge density (Bedge), interior density (Bint), and (b) fall-off
distance (xc). (c) In experiments, adhesive spots were created 1 cm into the chamber, by incubation
of the lower surface with droplets with 100 µg/mL RNaseB, versus with 50 µg/mL RNaseB and
50 µg/mL BSA, to reduce the immobilized RNAseB receptor by approximately two-fold. Bacteria
were then washed over the surface at a wall shear rate of 15 1/s, and the density of bacteria was mea-
sured at 29 min. Each data point represents the mean and standard deviation of n = 2 experiments,
with n = 6 images analyzed on each day (Supplementary Videos S5–S8). The p-value that the two con-
centrations of RNAseB yielded different levels of bacterial adhesion was calculated using a two-way
ANOVA. The lines are Equation (7) fit to the data, with the parameters discussed in the text.

To test these predictions, we measured the pattern of bacterial adhesion in flow within
a spot coated with either 100 µg/mL or 50 µg/mL of RNAseB located 1 cm into a chamber,
and fit Equation (3) to the data (Figure 6c). There was more adhesion overall (p = 0.04 by
two-way ANOVA) with 100 µg/mL than with 50 µg/mL RNAseB, so adhesion was not
transport-limited in these experiments. We would therefore expect the upstream edge to be
sharper on 100 µg/mL RNAseB than on 50 µg/mL RNAseB. Indeed, this is visually clear
in Figure 6c, and from the quantification of the data using Equation (3): the ratio of edge to
interior density decreased from 2.6 on 100 µg/mL RNAseB to 1.9 on 50 µg/mL RNAseB,
while the fall-off distance increased from 40 µm to 128 µm (Figure 6c).
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4. Discussion

In this study, we have asked how gravitational sedimentation impacts bacterial adhe-
sion in flow, with a particular focus on heterogeneous surfaces, on which only relatively
small areas support bacterial adhesion. We demonstrated that the concentration of bacte-
ria near a non-adhesive lower surface increases over time until it reaches a plateau that
increases with distance from the inflow. This finding was reproduced in simulations that
also demonstrated that the concentration of bacteria near the lower surface decreases with
fluidic shear rate. The simulations also showed that the rate of bacterial adhesion to a highly
adhesive spot within an otherwise non-adhesive lower surface reflected the concentration
near that surface. These findings predict that bacteria will bind more to an adhesive region
downstream versus upstream on the lower surface of a channel (Figure 7a). While this
occurs due to sedimentation, this phenomenon was not described by prior studies of the
impact of sedimentation on uniform surfaces [63]. In addition, bacterial attachment to lower
but heterogeneous surface areas decreases when flow increases (Figure 7b). This appears to
be counterintuitive because flow is predicted to increase mass transport that depends on
advection and diffusion [65,67] and, for uniformly adhesive surfaces, to have little effect
on sedimentation-dependent mass transport [45]. These findings have implications for
bacterial adhesion both in vivo and in vitro, as long as the compartment through which
bacteria flow is close to being horizontal, and the lower surface of the compartment is
heterogeneous so that only some regions support bacterial adhesion.
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Figure 7. Illustration of the impact of position and fluid flow on bacterial adhesion to a heterogeneous
lower surface. (a) At a low shear rate, binding to an adhesive (peach) region of the lower surface
increases with the distance the fluid travels over a nonadhesive (white) lower surface. (b) At high
shear stress, the amount of binding to an adhesive (peach) region of the lower surface increases very
little with distance from the inflow, so binding appears shear-inhibited at downstream spots.

In addition, the increase in concentration of suspended bacteria near the lower sur-
face and the rate of bacterial adhesion to an adhesive spot are expected to be highly
sensitive to the size of the bacteria, because adhesion increases with sedimentation ve-
locity and decreases with diffusion coefficient (Figure 4), and larger bacteria sediment
more rapidly and diffuse more slowly. Indeed, for a spherically shaped bacteria, the
concentration near the lower surface will increase with the fifth power of the radius
(Supplementary Equation (S3)), which means that within a sample of bacterial cells of het-
erogeneous size (which can happen even if bacteria belong to the same species and are
grown under the same conditions, as we observed by the wide range of sedimentation
velocities we measured in Supplementary Figure S1), the larger bacteria will be transported
much more rapidly to the lower surface. Our concepts may help distinguish transport
effects that depend on the geometry of the compartment from more fundamental impacts
of bacterial size on adhesion due to differences in the number of receptors, curvature, or
drag forces.

Among other implications, our findings provide insight into studies of shear-dependent
bacterial adhesion to spots of immobilized receptors. Many such studies show that bac-
terial attachment decreases with increased shear rates [29,57,78]. Our findings suggest
that this could, at least in part, reflect shear-inhibited transport due to reduced sedimen-
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tation (Figure 4c, last panel) rather than shear-inhibited intrinsic attachment rates. At the
same time, some other studies have shown that bacterial attachment to spots of receptors
increases with shear rates [29,55,70], and our findings here demonstrate that this cannot
be explained by transport. Instead, shear-enhanced attachment to an adhesive spot must
require a specific mechanism of mechanical activation, such as activation of catch bonds [60]
or the presence of drag forces pressing bacteria closer to the surface to engage more re-
ceptors [79]. Notably, our conclusions are limited to heterogeneous surfaces, in which the
adhesive spot does not cover the entire lower surface of the chamber, and the field of view
is near the upstream edge of the spot. Most studies of bacterial adhesion to biomaterials, as
well as some studies of adhesion to immobilized receptors, use uniform surfaces [63]. In
such studies, the phenomenon we report here would not apply, since it requires that the
bacteria sediment form a dense layer near the lower surface while fluid passes over the
non-adhesive upstream region of the chamber.

Our findings also suggest that, for in vitro studies, it is important to use identical
geometry and adhesive spot locations when comparing the surface interactions of different
bacteria in flow, e.g., of multiple bacterial strains to the same receptors [29,57,78], or the
same strain to multiple receptors [55]. Unfortunately, this is not possible if multiple spots of
different receptors are placed on the same surface to increase the efficiency of measurements,
such as in microarrays. In this case, our findings show that the total adhesion to a spot will
be highly sensitive to the position of the spot, and even to the position of other adhesive
spots (Figures 4c and 5b). Possible solutions suggested by our study would be to use
transport calculations to normalize the data, or to design microarrays to distribute replicate
spots across the chamber. A more tractable solution might be to characterize the pattern
of adhesion within each spot as an additional metric. A high relative density of bacteria
at the upstream edge of the adhesive spot would indicate high adhesivity, while a more
uniform distribution of bacteria over the spot would indicate weak adhesivity, as seen in
Figure 6c. This approach should be robust because the pattern of adhesion was seen to
be independent of position (Figure 4c, Supplementary Figure S3) and upstream adhesive
spots (Figure 5b).

Finally, our findings may be relevant to bacterial infections in vivo. Indeed, smaller
arteries, most veins, kidneys or other urinary tract compartments, tear or salivary ducts,
indwelling catheters, etc., have laminar flow. While some such compartments run vertically,
so that gravity would not bring bacteria preferentially to any side, depending on the
body position, some will run horizontally or at a relatively horizontal angle at least for
a certain period of time, so that bacteria will settle towards one surface, as we describe
here. Moreover, such compartments generally present a heterogeneous surface for bacterial
binding, which is a first step in the development of infection due to the formation of
bacterial biofilms or cell invasion. Bacteria that are introduced into the body compartments
with horizontal surfaces would be predicted to concentrate in downstream regions of the
infected compartment. In situations such as these, the localization of biofilms or focal
intracellular invasion may largely reflect the physics of bacterial transport, instead of or in
addition to other molecular and/or physiological factors like the differences in surface or
cellular biochemistry, or the location at which bacteria were introduced to the fluid.

5. Conclusions

We draw the following conclusions about bacterial binding in flow to heterogeneous
surfaces. First, bacterial adhesion to an adhesive region located on the lower downstream
surface of a flow compartment is much higher than to an adhesive region upstream, on
an upper surface, or to a uniformly adhesive surface. This is because bacteria concentrate
on the lower surface due to sedimentation while flowing over the non-adhesive regions of
the surface. Second, initial bacterial attachment to an adhesive region of a heterogeneous
surface may be inhibited by shear due to mass transport effects alone because higher shear
washes out the sedimented bacteria. Third, to compare the adhesive strength for bacteria
binding to two spots on different locations of a surface in flow, it is possible to determine
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when differences reflect intrinsic binding strength instead of mass transport by normalizing
binding based on position, or by characterizing how sharply adhesion drops off with
distance within a spot.

Supplementary Materials: The following supporting information can be downloaded at: https:
//www.mdpi.com/article/10.3390/pathogens12070941/s1. Supplementary Figure S1. Bacterial
gravitational setting velocity. Supplementary Figure S2. Bacterial transport is at the interface of two
regimes with respect to gravitational settling. Supplementary Figure S3. Modeling the effect of exper-
imental conditions on the near-surface concentration of bacteria. Supplementary Figure S4. Effect of
experimental conditions and bacterial properties on fall-off distance. Supplementary Videos S1–S4.
Microscopy videos showing four replicates of bacterial adhesion to an adhesive spot, supporting
Figure 4b. Supplementary Videos S5 and S6. Microscopy videos showing two replicates of bacte-
rial adhesion to an adhesive spot of 100 µg/mL RNAseB supporting Figure 6a. Supplementary
Videos S7–S8. Microscopy videos showing two replicates of bacterial adhesion to an adhesive spot of
50 µg/mL RNAseB supporting Figure 6a.

Author Contributions: Conceptualization, W.E.T. and E.V.S.; methodology, S.P. and K.H.; software,
S.P., K.H., G.L. and J.F.-S.; Validation K.H.; formal analysis, K.H. and W.E.T.; writing—original draft
preparation, K.H.; writing—review and editing, W.E.T. and E.V.S.; visualization, K.H. and W.E.T.;
supervision, W.E.T.; project administration, W.E.T.; funding acquisition, W.E.T. All authors have read
and agreed to the published version of the manuscript.

Funding: This research was funded by N.I.H., grant numbers AI106987, AI171570 and AI119675.

Institutional Review Board Statement: Not applicable.

Informed Consent Statement: Not applicable.

Data Availability Statement: The experimental bacterial adhesion raw data are presented as sup-
plementary videos. The computational models are not publicly available because the simulations
were performed on COMSOL software, so the models do not stand alone, and the key analysis of
those data are presented in the manuscripts. The models will be made available by the corresponding
author upon request.

Conflicts of Interest: The authors declare no conflict of interest. The funders had no role in the design
of the study; in the collection, analyses, or interpretation of data; in the writing of the manuscript; or
in the decision to publish the results.

References
1. Karlowsky, J.A.; Kelly, L.J.; Thornsberry, C.; Jones, M.E.; Sahm, D.F. Trends in antimicrobial resistance among urinary tract

infection isolates of Escherichia coli from female outpatients in the United States. Antimicrob. Agents Chemother. 2002, 46,
2540–2545. [CrossRef]

2. Poutanen, S.M.; de Azavedo, J.; Willey, B.M.; Low, D.E.; MacDonald, K.S. Molecular characterization of multidrug resistance in
Streptococcus mitis. Antimicrob. Agents Chemother. 1999, 43, 1505–1507. [CrossRef]

3. Hsu, R.B.; Lin, F.Y. Effect of penicillin resistance on presentation and outcome of nonenterococcal streptococcal infective
endocarditis. Cardiology 2006, 105, 234–239. [CrossRef]

4. Schito, G.C.; Naber, K.G.; Botto, H.; Palou, J.; Mazzei, T.; Gualco, L.; Marchese, A. The ARESC study: An international survey on
the antimicrobial resistance of pathogens involved in uncomplicated urinary tract infections. Int. J. Antimicrob. Agents 2009, 34,
407–413. [CrossRef]

5. Zhanel, G.G.; Hisanaga, T.L.; Laing, N.M.; DeCorby, M.R.; Nichol, K.A.; Palatnick, L.P.; Johnson, J.; Noreddin, A.; Harding, G.K.;
Nicolle, L.E.; et al. Antibiotic resistance in outpatient urinary isolates: Final results from the North American Urinary Tract
Infection Collaborative Alliance (NAUTICA). Int. J. Antimicrob. Agents 2005, 26, 380–388. [CrossRef] [PubMed]

6. Ramage, G.; Culshaw, S.; Jones, B.; Williams, C. Are we any closer to beating the biofilm: Novel methods of biofilm control. Curr.
Opin. Infect. Dis. 2010, 23, 560–566. [CrossRef] [PubMed]

7. Ofek, I.; Hasty, D.L.; Sharon, N. Anti-adhesion therapy of bacterial diseases: Prospects and problems. FEMS Immunol. Med.
Microbiol. 2003, 38, 181–191. [CrossRef] [PubMed]

8. Hartmann, M.; Lindhorst, T.K. The Bacterial Lectin FimH, a Target for Drug Discovery—Carbohydrate Inhibitors of Type 1
Fimbriae-Mediated Bacterial Adhesion. Eur. J. Org. Chem. 2011, 2011, 3583–3609. [CrossRef]

9. Langermann, S.; Möllby, R.; Burlein, J.E.; Palaszynski, S.R.; Auguste, C.G.; DeFusco, A.; Strouse, R.; Schenerman, M.A.;
Hultgren, S.J.; Pinkner, J.S.; et al. Vaccination with FimH adhesin protects cynomolgus monkeys from colonization and infection
by uropathogenic Escherichia coli. J. Infect. Dis. 2000, 181, 774–778. [CrossRef]

https://www.mdpi.com/article/10.3390/pathogens12070941/s1
https://www.mdpi.com/article/10.3390/pathogens12070941/s1
https://doi.org/10.1128/AAC.46.8.2540-2545.2002
https://doi.org/10.1128/AAC.43.6.1505
https://doi.org/10.1159/000091821
https://doi.org/10.1016/j.ijantimicag.2009.04.012
https://doi.org/10.1016/j.ijantimicag.2005.08.003
https://www.ncbi.nlm.nih.gov/pubmed/16243229
https://doi.org/10.1097/QCO.0b013e32833e5850
https://www.ncbi.nlm.nih.gov/pubmed/20717027
https://doi.org/10.1016/S0928-8244(03)00228-1
https://www.ncbi.nlm.nih.gov/pubmed/14522453
https://doi.org/10.1002/ejoc.201100407
https://doi.org/10.1086/315258


Pathogens 2023, 12, 941 14 of 16

10. Duddridge, J.E.; Kent, C.A.; Laws, J.F. Effect of surface shear stress on the attachment of Pseudomonas fluorescens to stainless
steel under defined flow conditions. Biotechnol. Bioeng. 1982, 24, 153–164. [CrossRef]

11. Pratt-Terpstra, I.H.; Weerkamp, A.H.; Busscher, H.J. Adhesion of oral streptococci from a flowing suspension to uncoated and
albumin-coated surfaces. J. Gen. Microbiol. 1987, 133 Pt 11, 3199–3206. [CrossRef] [PubMed]

12. Christersson, C.E.; Glantz, P.O.; Baier, R.E. Role of temperature and shear forces on microbial detachment. Eur. J. Oral Sci. 1988,
96, 91–98. [CrossRef] [PubMed]

13. Wang, I.W.; Anderson, J.M.; Marchant, R.E. Platelet-mediated adhesion of Staphylococcus epidermidis to hydrophobic NHLBI
reference polyethylene. J. Biomed. Mater. Res. 1993, 27, 1119–1128. [CrossRef] [PubMed]

14. Dickinson, R.B.; Cooper, S.L. Analysis of Shear-Dependent Bacterial Adhesion Kinetics to Biomaterial Surfaces. Aiche J. 1995, 41,
2160–2174. [CrossRef]

15. Wang, I.W.; Anderson, J.M.; Jacobs, M.R.; Marchant, R.E. Adhesion of Staphylococcus epidermidis to biomedical polymers:
Contributions of surface thermodynamics and hemodynamic shear conditions. J. Biomed. Mater. Res. 1995, 29, 485–493. [CrossRef]

16. Higashi, J.M.; Wang, I.W.; Shlaes, D.M.; Anderson, J.M.; Marchant, R.E. Adhesion of Staphylococcus epidermidis and transposon
mutant strains to hydrophobic polyethylene. J. Biomed. Mater. Res. 1998, 39, 341–350. [CrossRef]

17. Mohamed, N.; Teeters, M.A.; Patti, J.M.; Hook, M.; Ross, J.M. Inhibition of Staphylococcus aureus adherence to collagen under
dynamic conditions. Infect. Immun. 1999, 67, 589–594. [CrossRef]

18. Li, Z.J.; Mohamed, N.; Ross, J.M. Shear stress affects the kinetics of Staphylococcus aureus adhesion to collagen. Biotechnol. Prog.
2000, 16, 1086–1090. [CrossRef]

19. Reddy, K.; Ross, J.M. Shear stress prevents fibronectin binding protein-mediated Staphylococcus aureus adhesion to resting
endothelial cells. Infect. Immun. 2001, 69, 3472–3475. [CrossRef]

20. Roosjen, A.; Boks, N.P.; van der Mei, H.C.; Busscher, H.J.; Norde, W. Influence of shear on microbial adhesion to PEO-brushes
and glass by convective-diffusion and sedimentation in a parallel plate flow chamber. Colloids Surf. B: Biointerfaces 2005, 46, 1–6.
[CrossRef]

21. Azevedo, N.F.; Pinto, A.R.; Reis, N.M.; Vieira, M.J.; Keevil, C.W. Shear stress, temperature, and inoculation concentration influence
the adhesion of water-stressed Helicobacter pylori to stainless steel 304 and polypropylene. Appl. Environ. Microbiol. 2006, 72,
2936–2941. [CrossRef]

22. Boks, N.P.; Norde, W.; van der Mei, H.C.; Busscher, H.J. Forces involved in bacterial adhesion to hydrophilic and hydrophobic
surfaces. Microbiology 2008, 154, 3122–3133. [CrossRef] [PubMed]

23. Katsikogianni, M.G.; Missirlis, Y.F. Bacterial adhesion onto materials with specific surface chemistries under flow conditions.
J. Mater. Sci. Mater. Med. 2010, 21, 963–968. [CrossRef] [PubMed]

24. Weaver, W.M.; Dharmaraja, S.; Milisavljevic, V.; Di Carlo, D. The effects of shear stress on isolated receptor-ligand interactions of
Staphylococcus epidermidis and human plasma fibrinogen using molecularly patterned microfluidics. Lab Chip 2011, 11, 883–889.
[CrossRef]

25. Arpa-Sancet, M.P.; Christophis, C.; Rosenhahn, A. Microfluidic assay to quantify the adhesion of marine bacteria. Biointerphases
2012, 7, 26. [CrossRef]

26. Xu, L.C.; Siedlecki, C.A. Submicron-textured biomaterial surface reduces staphylococcal bacterial adhesion and biofilm formation.
Acta Biomater. 2012, 8, 72–81. [CrossRef]

27. Sharma, S.; Jaimes-Lizcano, Y.A.; McLay, R.B.; Cirino, P.C.; Conrad, J.C. Subnanometric Roughness Affects the Deposition and
Mobile Adhesion of Escherichia coli on Silanized Glass Surfaces. Langmuir 2016, 32, 5422–5433. [CrossRef] [PubMed]

28. Tchesnokova, V.; McVeigh, A.L.; Kidd, B.; Yakovenko, O.; Thomas, W.E.; Sokurenko, E.V.; Savarino, S.J. Shear-enhanced binding
of intestinal colonization factor antigen I of enterotoxigenic Escherichia coli. Mol. Microbiol. 2010, 76, 489–502. [CrossRef]

29. Thomas, W.E.; Nilsson, L.; Forero, M.; Sokurenko, E.V.; Vogel, V. Shear-dependent “stick-and-roll” adhesion of type 1 fimbriated
Escherichia coli. Mol. Microbiol. 2004, 53, 1545–1557. [CrossRef]

30. Missirlis, Y.F.; Katsikogianni, M. Theoretical and experimental approaches of bacteria-biomaterial interactions. Materwiss
Werksttech 2007, 38, 983–994. [CrossRef]

31. Nejadnik, M.R.; van der Mei, H.C.; Busscher, H.J.; Norde, W. Determination of the shear force at the balance between bacterial
attachment and detachment in weak-adherence systems, using a flow displacement chamber. Appl. Environ. Microbiol. 2008, 74,
916–919. [CrossRef] [PubMed]

32. Mascari, L.; Ymele-Leki, P.; Eggleton, C.D.; Speziale, P.; Ross, J.M. Fluid shear contributions to bacteria cell detachment initiated
by a monoclonal antibody. Biotechnol. Bioeng. 2003, 83, 65–74. [CrossRef] [PubMed]

33. Nilsson, L.M.; Thomas, W.E.; Sokurenko, E.V.; Vogel, V. Elevated shear stress protects Escherichia coli cells adhering to surfaces
via catch bonds from detachment by soluble inhibitors. Appl. Environ. Microbiol. 2006, 72, 3005–3010. [CrossRef] [PubMed]

34. Kisiela, D.I.; Rodriguez, V.B.; Tchesnokova, V.; Avagyan, H.; Aprikian, P.; Liu, Y.; Wu, X.-R.; Thomas, W.E.; Sokurenko, E.V.
Conformational inactivation induces immunogenicity of the receptor-binding pocket of a bacterial adhesin. Proc. Natl. Acad. Sci.
USA 2013, 110, 19089–19094. [CrossRef] [PubMed]

35. Kisiela, D.I.; Avagyan, H.; Friend, D.; Jalan, A.; Gupta, S.; Interlandi, G.; Liu, Y.; Tchesnokova, V.; Rodriguez, V.B.; Sumida, J.P.; et al.
Inhibition and Reversal of Microbial Attachment by an Antibody with Parasteric Activity against the FimH Adhesin of
Uropathogenic E coli. PLoS Pathog. 2015, 11, e1004857. [CrossRef]

https://doi.org/10.1002/bit.260240113
https://doi.org/10.1099/00221287-133-11-3199
https://www.ncbi.nlm.nih.gov/pubmed/3446750
https://doi.org/10.1111/j.1600-0722.1988.tb01413.x
https://www.ncbi.nlm.nih.gov/pubmed/3162604
https://doi.org/10.1002/jbm.820270902
https://www.ncbi.nlm.nih.gov/pubmed/8126010
https://doi.org/10.1002/aic.690410915
https://doi.org/10.1002/jbm.820290408
https://doi.org/10.1002/(SICI)1097-4636(19980305)39:3&lt;341::AID-JBM1&gt;3.0.CO;2-J
https://doi.org/10.1128/IAI.67.2.589-594.1999
https://doi.org/10.1021/bp000117r
https://doi.org/10.1128/IAI.69.5.3472-3475.2001
https://doi.org/10.1016/j.colsurfb.2005.08.009
https://doi.org/10.1128/AEM.72.4.2936-2941.2006
https://doi.org/10.1099/mic.0.2008/018622-0
https://www.ncbi.nlm.nih.gov/pubmed/18832318
https://doi.org/10.1007/s10856-009-3975-y
https://www.ncbi.nlm.nih.gov/pubmed/20044774
https://doi.org/10.1039/c0lc00414f
https://doi.org/10.1007/s13758-012-0026-x
https://doi.org/10.1016/j.actbio.2011.08.009
https://doi.org/10.1021/acs.langmuir.6b00883
https://www.ncbi.nlm.nih.gov/pubmed/27158837
https://doi.org/10.1111/j.1365-2958.2010.07116.x
https://doi.org/10.1111/j.1365-2958.2004.04226.x
https://doi.org/10.1002/mawe.200700240
https://doi.org/10.1128/AEM.01557-07
https://www.ncbi.nlm.nih.gov/pubmed/18065607
https://doi.org/10.1002/bit.10650
https://www.ncbi.nlm.nih.gov/pubmed/12740934
https://doi.org/10.1128/AEM.72.4.3005-3010.2006
https://www.ncbi.nlm.nih.gov/pubmed/16598008
https://doi.org/10.1073/pnas.1314395110
https://www.ncbi.nlm.nih.gov/pubmed/24191044
https://doi.org/10.1371/journal.ppat.1004857


Pathogens 2023, 12, 941 15 of 16

36. Tchesnokova, V.; Aprikian, P.; Kisiela, D.; Gowey, S.; Korotkova, N.; Thomas, W.; Sokurenko, E. Type 1 fimbrial adhesin FimH
elicits an immune response that enhances cell adhesion of Escherichia coli. Infect. Immun. 2011, 79, 3895–3904. [CrossRef]

37. Foxman, B. Urinary tract infection syndromes: Occurrence, recurrence, bacteriology, risk factors, and disease burden. Infect. Dis.
Clin. 2014, 28, 1–13. [CrossRef]

38. Klein, R.D.; Hultgren, S.J. Urinary tract infections: Microbial pathogenesis, host–pathogen interactions and new treatment
strategies. Nat. Rev. Microbiol. 2020, 18, 211–226. [CrossRef]

39. Flores-Mireles, A.L.; Walker, J.N.; Caparon, M.; Hultgren, S.J. Urinary tract infections: Epidemiology, mechanisms of infection
and treatment options. Nat. Rev. Microbiol. 2015, 13, 269–284. [CrossRef]

40. Diekema, D.J.; Beekmann, S.E.; Chapin, K.C.; Morel, K.A.; Munson, E.; Doern, G.V. Epidemiology and outcome of nosocomial
and community-onset bloodstream infection. J. Clin. Microbiol. 2003, 41, 3655–3660. [CrossRef]

41. Laupland, K.B.; Church, D.L. Population-based epidemiology and microbiology of community-onset bloodstream infections.
Clin. Microbiol. Rev. 2014, 27, 647–664. [CrossRef]

42. Harles, M.P.; Kali, A.; Easow, J.M.; Joseph, N.M.; Ravishankar, M.; Srinivasan, S.; Kumar, S.; Umadevi, S. Ventilator-associated
pneumonia. Australas. Med. J. 2014, 7, 334. [CrossRef]

43. Dale, A.P.; Woodford, N. Extra-intestinal pathogenic Escherichia coli (ExPEC): Disease, carriage and clones. J. Infection. 2015, 71,
615–626. [CrossRef] [PubMed]

44. Thomas, W.E.; Trintchina, E.; Forero, M.; Vogel, V.; Sokurenko, E.V. Bacterial adhesion to target cells enhanced by shear force. Cell
2002, 109, 913–923. [CrossRef] [PubMed]

45. Aprikian, P.; Interlandi, G.; Kidd, B.A.; Le Trong, I.; Tchesnokova, V.; Yakovenko, O.; Whitfield, M.J.; Bullitt, E.; Stenkamp, R.E.;
Thomas, W.E.; et al. The bacterial fimbrial tip acts as a mechanical force sensor. PLoS Biol. 2011, 9, e1000617. [CrossRef] [PubMed]

46. Le Trong, I.; Aprikian, P.; Kidd, B.A.; Forero-Shelton, M.; Tchesnokova, V.; Rajagopal, P.; Rodriguez, V.; Interlandi, G.; Klevit, R.;
Vogel, V.; et al. Structural basis for mechanical force regulation of the adhesin FimH via finger trap-like beta sheet twisting. Cell
2010, 141, 645–655. [CrossRef]

47. Sokurenko, E.V.; Tchesnokova, V.; Interlandi, G.; Klevit, R.; Thomas, W.E. Neutralizing Antibodies Against Allosteric Proteins:
Insights From a Bacterial Adhesin. J. Mol. Biol. 2022, 434, 167717. [CrossRef]

48. Mohamed, N.; Visai, L.; Speziale, P.; Ross, J.M. Quantification of Staphylococcus aureus cell surface adhesins using flow cytometry.
Microb. Pathog. 2000, 29, 357–361. [CrossRef]

49. Fallgren, C.; Ljungh, A.; Shenkman, B.; Varon, D.; Savion, N. Venous shear stress enhances platelet mediated staphylococcal
adhesion to artificial and damaged biological surfaces. Biomaterials 2002, 23, 4581–4589. [CrossRef]

50. Domka, J.; Lee, J.; Wood, T.K. YliH (BssR) and YceP (BssS) regulate Escherichia coli K-12 biofilm formation by influencing cell
signaling. Appl. Environ. Microbiol. 2006, 72, 2449–2459. [CrossRef]

51. Raya, A.; Sodagari, M.; Pinzon, N.M.; He, X.; Newby, B.M.Z.; Ju, L.K. Effects of rhamnolipids and shear on initial attachment of
Pseudomonas aeruginosa PAO1 in glass flow chambers. Environ. Sci. Pollut. Res. 2010, 17, 1529–1538. [CrossRef]

52. Lecuyer, S.; Rusconi, R.; Shen, Y.; Forsyth, A.; Vlamakis, H.; Kolter, R.; Stone, H.A. Shear stress increases the residence time of
adhesion of Pseudomonas aeruginosa. Biophys. J. 2011, 100, 341–350. [CrossRef]

53. Claes, J.; Vanassche, T.; Peetermans, M.; Liesenborghs, L.; Vandenbriele, C.; Vanhoorelbeke, K.; Missiakas, D.; Schneewind, O.;
Hoylaerts, M.F.; Heying, R.; et al. Adhesion of Staphylococcus aureus to the vessel wall under flow is mediated by von Willebrand
factor-binding protein. Blood 2014, 124, 1669–1676. [CrossRef]

54. Liesenborghs, L.; Peetermans, M.; Claes, J.; Veloso, T.R.; Vandenbriele, C.; Criel, M.; Lox, M.; Peetermans, W.E.; Heilbronner, S.; de
Groot, P.G.; et al. Shear-Resistant Binding to von Willebrand Factor Allows Staphylococcus lugdunensis to Adhere to the Cardiac
Valves and Initiate Endocarditis. J. Infect. Dis. 2016, 213, 1148–1156. [CrossRef]

55. Yakovenko, O.; Nunez, J.; Bensing, B.; Yu, H.; Mount, J.; Zeng, J.; Hawkins, J.; Chen, X.; Sullam, P.M.; Thomas, W. Serine-Rich
Repeat Adhesins Mediate Shear-Enhanced Streptococcal Binding to Platelets. Infect. Immun. 2018, 86, e00160-18. [CrossRef]

56. Kisiela, D.I.; Kramer, J.J.; Tchesnokova, V.; Aprikian, P.; Yarov-Yarovoy, V.; Clegg, S.; Sokurenko, E.V. Allosteric catch bond
properties of the FimH adhesin from Salmonella enterica serovar Typhimurium. J. Biol. Chem. 2011, 286, 38136–38147. [CrossRef]

57. Ding, A.M.; Palmer, R.J., Jr.; Cisar, J.O.; Kolenbrander, P.E. Shear-enhanced oral microbial adhesion. Appl. Environ. Microbiol. 2010,
76, 1294–1297. [CrossRef] [PubMed]

58. Moriarty, T.J.; Shi, M.; Lin, Y.-P.; Ebady, R.; Zhou, H.; Odisho, T.; Hardy, P.-O.; Salman-Dilgimen, A.; Wu, J.; Weening, E.H.; et al.
Vascular binding of a pathogen under shear force through mechanistically distinct sequential interactions with host macro-
molecules. Mol. Microbiol. 2012, 86, 1116–1131. [CrossRef] [PubMed]

59. Niddam, A.F.; Ebady, R.; Bansal, A.; Koehler, A.; Hinz, B.; Moriarty, T.J. Plasma fibronectin stabilizes Borrelia burgdorferi-
endothelial interactions under vascular shear stress by a catch-bond mechanism. Proc. Natl. Acad. Sci. USA 2017, 114,
E3490–E3498. [CrossRef] [PubMed]

60. Thomas, W. Catch bonds in adhesion. Annu. Rev. Biomed. Eng. 2008, 10, 39–57. [CrossRef]
61. Sokurenko, E.V.; Vogel, V.; Thomas, W.E. Catch-bond mechanism of force-enhanced adhesion: Counterintuitive, elusive,

but... widespread? Cell Host Microbe 2008, 4, 314–323. [CrossRef] [PubMed]
62. Busscher, H.J.; van der Mei, H.C. Microbial adhesion in flow displacement systems. Clin. Microbiol. Rev. 2006, 19, 127–141.

[CrossRef] [PubMed]

https://doi.org/10.1128/IAI.05169-11
https://doi.org/10.1016/j.idc.2013.09.003
https://doi.org/10.1038/s41579-020-0324-0
https://doi.org/10.1038/nrmicro3432
https://doi.org/10.1128/JCM.41.8.3655-3660.2003
https://doi.org/10.1128/CMR.00002-14
https://doi.org/10.4066/AMJ.2014.2105
https://doi.org/10.1016/j.jinf.2015.09.009
https://www.ncbi.nlm.nih.gov/pubmed/26409905
https://doi.org/10.1016/S0092-8674(02)00796-1
https://www.ncbi.nlm.nih.gov/pubmed/12110187
https://doi.org/10.1371/journal.pbio.1000617
https://www.ncbi.nlm.nih.gov/pubmed/21572990
https://doi.org/10.1016/j.cell.2010.03.038
https://doi.org/10.1016/j.jmb.2022.167717
https://doi.org/10.1006/mpat.2000.0399
https://doi.org/10.1016/S0142-9612(02)00204-1
https://doi.org/10.1128/AEM.72.4.2449-2459.2006
https://doi.org/10.1007/s11356-010-0339-6
https://doi.org/10.1016/j.bpj.2010.11.078
https://doi.org/10.1182/blood-2014-02-558890
https://doi.org/10.1093/infdis/jiv773
https://doi.org/10.1128/IAI.00160-18
https://doi.org/10.1074/jbc.M111.237511
https://doi.org/10.1128/AEM.02083-09
https://www.ncbi.nlm.nih.gov/pubmed/20023085
https://doi.org/10.1111/mmi.12045
https://www.ncbi.nlm.nih.gov/pubmed/23095033
https://doi.org/10.1073/pnas.1615007114
https://www.ncbi.nlm.nih.gov/pubmed/28396443
https://doi.org/10.1146/annurev.bioeng.10.061807.160427
https://doi.org/10.1016/j.chom.2008.09.005
https://www.ncbi.nlm.nih.gov/pubmed/18854236
https://doi.org/10.1128/CMR.19.1.127-141.2006
https://www.ncbi.nlm.nih.gov/pubmed/16418527


Pathogens 2023, 12, 941 16 of 16

63. Li, J.; Busscher, H.J.; Norde, W.; Sjollema, J. Analysis of the contribution of sedimentation to bacterial mass transport in a parallel
plate flow chamber. Colloids Surf. B Biointerfaces 2011, 84, 76–81. [CrossRef] [PubMed]

64. Padron, G.C.; Shuppara, A.M.; Palalay, J.J.S.; Sharma, A.; Sanfilippo, J.E. Bacteria in Fluid Flow. J. Bacteriol. 2023, 205,
e00400–e00422. [CrossRef]

65. Myszka, D.G. Kinetic analysis of macromolecular interactions using surface plasmon resonance biosensors. Curr. Opin. Biotechnol.
1997, 8, 50–57. [CrossRef]

66. Myszka, D.G.; He, X.; Dembo, M.; Morton, T.A.; Goldstein, B. Extending the range of rate constants available from BIACORE:
Interpreting mass transport-influenced binding data. Biophys. J. 1998, 75, 583–594. [CrossRef]

67. Rich, R.L.; Cannon, M.J.; Jenkins, J.; Pandian, P.; Sundaram, S.; Magyar, R.; Brockman, J.; Lambert, J.; Myszka, D.G. Extracting
kinetic rate constants from surface plasmon resonance array systems. Anal. Biochem. 2008, 373, 112–120. [CrossRef]

68. Korber, D.R.; Lawrence, J.R.; Zhang, L.; Caldwell, D.E. Effect of gravity on bacterial deposition and orientation in laminar flow
environments. Biofouling 1990, 2, 335–350. [CrossRef]

69. Munn, L.L.; Melder, R.J.; Jain, R.K. Analysis of cell flux in the parallel plate flow chamber: Implications for cell capture studies.
Biophys. J. 1994, 67, 889–895. [CrossRef]

70. Yakovenko, O.; Tchesnokova, V.; Sokurenko, E.V.; Thomas, W.E. Inactive conformation enhances binding function in physiological
conditions. Proc. Natl. Acad. Sci. USA 2015, 112, 9884–9889. [CrossRef]

71. Blanchard, B.; Nurisso, A.; Hollville, E.; Tétaud, C.; Wiels, J.; Pokorná, M.; Wimmerová, M.; Varrot, A.; Imberty, A. Structural basis
of the preferential binding for globo-series glycosphingolipids displayed by Pseudomonas aeruginosa lectin I. J. Mol. Biol. 2008,
383, 837–853. [CrossRef] [PubMed]

72. Padler-Karavani, V.; Song, X.; Yu, H.; Hurtado-Ziola, N.; Huang, S.; Muthana, S.; Chokhawala, H.A.; Cheng, J.; Verhagen, A.;
Langereis, M.A.; et al. Cross-comparison of protein recognition of sialic acid diversity on two novel sialoglycan microarrays.
J. Biol. Chem. 2012, 287, 22593–22608. [CrossRef] [PubMed]

73. De Kerpel, M.; Van Molle, I.; Brys, L.; Wyns, L.; De Greve, H.; Bouckaert, J. N-terminal truncation enables crystallization of the
receptor-binding domain of the FedF bacterial adhesin. Acta Crystallogr. Sect. F Struct. Biol. Cryst. Commun. 2006, 62 Pt 12,
1278–1282. [CrossRef] [PubMed]

74. Hsu, K.L.; Pilobello, K.T.; Mahal, L.K. Analyzing the dynamic bacterial glycome with a lectin microarray approach. Nat. Chem.
Biol. 2006, 2, 153–157. [CrossRef] [PubMed]

75. Mader, A.; Gruber, K.; Castelli, R.; Hermann, B.A.; Seeberger, P.H.; Rädler, J.O.; Leisner, M. Discrimination of Escherichia coli
strains using glycan cantilever array sensors. Nano Lett. 2012, 12, 420–423. [CrossRef] [PubMed]

76. Plummer, T.; Hirs, C.; Tench, A.L. The isolation of ribonuclease B, a glycoprotein, from bovine pancreatic juice. J. Biol. Chem. 1963,
238, 1396–1401. [CrossRef]

77. Johnson, K.C.; Clemmens, E.; Mahmoud, H.; Kirkpatrick, R.; Vizcarra, J.C.; Thomas, W.E. A multiplexed magnetic tweezer with
precision particle tracking and bi-directional force control. J. Biol. Eng. 2017, 11, 47. [CrossRef]

78. Nilsson, L.M.; Thomas, W.E.; Trintchina, E.; Vogel, V.; Sokurenko, E.V. Catch bond-mediated adhesion without a shear threshold:
Trimannose versus monomannose interactions with the FimH adhesin of Escherichia coli. J. Biol. Chem. 2006, 281, 16656–16663.
[CrossRef]

79. Whitfield, M.; Ghose, T.; Thomas, W. Shear-stabilized rolling behavior of E. coli examined with simulations. Biophys. J. 2010, 99,
2470–2478. [CrossRef]

Disclaimer/Publisher’s Note: The statements, opinions and data contained in all publications are solely those of the individual
author(s) and contributor(s) and not of MDPI and/or the editor(s). MDPI and/or the editor(s) disclaim responsibility for any injury to
people or property resulting from any ideas, methods, instructions or products referred to in the content.

https://doi.org/10.1016/j.colsurfb.2010.12.018
https://www.ncbi.nlm.nih.gov/pubmed/21216569
https://doi.org/10.1128/jb.00400-22
https://doi.org/10.1016/S0958-1669(97)80157-7
https://doi.org/10.1016/S0006-3495(98)77549-6
https://doi.org/10.1016/j.ab.2007.08.017
https://doi.org/10.1080/08927019009378155
https://doi.org/10.1016/S0006-3495(94)80550-8
https://doi.org/10.1073/pnas.1503160112
https://doi.org/10.1016/j.jmb.2008.08.028
https://www.ncbi.nlm.nih.gov/pubmed/18762193
https://doi.org/10.1074/jbc.M112.359323
https://www.ncbi.nlm.nih.gov/pubmed/22549775
https://doi.org/10.1107/S1744309106049281
https://www.ncbi.nlm.nih.gov/pubmed/17142917
https://doi.org/10.1038/nchembio767
https://www.ncbi.nlm.nih.gov/pubmed/16462751
https://doi.org/10.1021/nl203736u
https://www.ncbi.nlm.nih.gov/pubmed/22136522
https://doi.org/10.1016/S0021-9258(18)81195-4
https://doi.org/10.1186/s13036-017-0091-2
https://doi.org/10.1074/jbc.M511496200
https://doi.org/10.1016/j.bpj.2010.08.045

	Introduction 
	Materials and Methods 
	Results 
	Gravitational Sedimentation Affects the Concentration of Bacteria near the Lower Surface 
	Effect of Mass Transport on the Concentration of Bacteria near a Lower Surface 
	Effect of Mass Transport on Bacterial Adhesion 
	Sensitivity of Bacterial Adhesion to Binding Kinetics 

	Discussion 
	Conclusions 
	References

