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Abstract

Biofilm-associated proteins (BAPs) are important for early biofilm formation (adhesion) by bacteria and are
also found in mature biofilms. BapA from Salmonella is a ~386-kDa surface protein, comprising 27 tandem
repeats predicted to be bacterial Ig-like (BIg) domains. Such tandem repeats are conserved for BAPs across
different bacterial species, but the function of these domains is not completely understood. In this work, we
report the first study of the mechanical stability of the BapA protein. Using magnetic tweezers, we show that
the folding of BapA BIg domains requires calcium binding and the folded domains have differential mechanical
stabilities. Importantly, we identify that N100 nM concentration of calcium is needed for folding of the BIg
domains, and the stability of the folded BIg domains is regulated by calcium over a wide concentration range
from sub-micromolar (μM) to millimolar (mM). Only at mM calcium concentrations, as found in the extracellular
environment, do the BIg domains have the saturated mechanical stability. BapA has been suggested to be
involved in Salmonella invasion, and it is likely a crucial mechanical component of biofilms. Therefore, our
results provide new insights into the potential roles of BapA as a structural maintenance component of
Salmonella biofilm and also Salmonella invasion.

© 2018 Elsevier Ltd. All rights reserved.
Introduction

Bacteria have an amazing capability to adapt and
survive a wide range of environmental conditions. A
bacterial cell can live on its own, the planktonic
lifestyle, or be a part of a multicellular structured
community, the biofilm [1,2]. Biofilm is formed by
adhesion of communities of bacteria to various
surfaces and to each other, which involves
surface-sensing and molecular transmission events
that alter their genetic program [3]. Biofilm formation
is promoted under various mechanical, osmotic, and
r Ltd. All rights reserved.
chemical stresses [1,4] and is beneficial for bacterial
survival. For example, bacterial biofilms result in
increased resistance toward antibiotic treatment
[1,5] and disinfectants [6].
Most bacterial species have the capacity to form

biofilms [7]. The major components of these biofilms
are water, bacteria cells, and extracellular polymeric
substances. Extracellular polymeric substances are
mainly polysaccharides, extracellular nucleic acids,
proteins, and lipids. Biofilm associated proteins were
first reported in Staphylococcus aureus and proteins
that have homology to these are termed biofilm-
Journal of Molecular Biology (2019) 431, 433–443



434 Salmonella Biofilm-associated Protein A
associated proteins (BAPs). BAPs are conserved
across the bacterial kingdom, in proteins such as
Mus-20 (Pseudomonas putida), BapA (Salmonella
enteritidis), Bap (Burkholderia cepacia), Espfm
(Enterococcus faecium),Esp (Enterococcus faecalis),
and LapA (Pseudomonas fluorescens) [8]. Although
the function of these proteins is not fully understood,
they have been suggested to be involved in adher-
ence to external substrates, other bacterial cells,
and host cells [9,10]. Bioinformatics suggests
that they contain Ig-like domains called bacterial
immunoglobulin-like (BIg) domains. The BIg domains
are part of the E-set clade of the Ig-like fold
superfamily [11,12].
Salmonella enterica serovar Typhimurium is a

gram-negative bacterium, having a rod-shaped struc-
ture. It can infect humans causing foodborne illness,
mainly typhoid fever. BapA from S. Typhi can be
divided into three regions [10]: regionsA (aa 1–158), B
(aa 159–3003), and C (aa 3004–3824) (Fig. 1a).
Region A contains a largely unstructured region and
likely positionsBapAaway from the cell wall. RegionC
contains three Vibrio–Colwellia–Bradyrhizobium–
Shewanella domains (3117–3214, 3371–3466, and
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3626–3724), suggesting a potential role in cell
adhesion (TIGRFAMs database). Region C also has
a secretion domain (3741–3821) bearing a signaling
peptide, which is recognized by the ABC transporter
and allows type 1 (T1SS) secretion [10].
Region B comprises ~27 BIg repeats. Importantly,

all the domains in region B contain RTX motifs [10].
Such RTX motifs contain glycine–aspartate-rich
sequences that have been shown to be calcium
sensitive [13,14]. Interestingly, many BAPs such as
SiiE from Salmonella [15], Bap from S. aureus [16],
LapF from P. putida [17], LapA from P. fluorescens
[8], Vibrio cholerae FrhA [18], Shewanella oneiden-
sis BpfA [19], Legionella pneumophila RtxA [20], Lig
protein in Leptospira [21], and many more [22] share
RTX homology in their BIg domains. Since RTX
motifs are calcium-binding sites; therefore, the
stability of the RTX domains is calcium dependent.
A recent study showed that LapA fromP. fluorescens

Pf01 is secreted via a two-step mechanism, involving
an intermediate step where the secretion substrate is
tethered to the bacterial surface [23]. This example
suggests that the secreted BAPs have two fractions,
one remains attached to the cell surface and one is
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released from the cell surface. Although the function of
the largest region (region B) of BapA is unclear, it
contains multiple protein domains that may act as a
spacer between the cell and neighboring cells or other
extracellular surfaces. Considering that the biofilmmay
be subject to complex mechanical perturbations, we
reason that region B may also serve as a mechanical
element to regulate cell adhesion and the biofilm
mechanical property.
Several aspects related to the BAPs secretion and

potential functions still remain unclear. To name a few:
(1) whether the intracellular RTX BIg domains indeed
exist in an unfolded conformation is unclear; (2) the
mechanical stability of the BIg domains at physiolog-
ically relevant loading rate has yet to be quantified; and
(3) how the stability of the BIg domains depends on
calcium concentrations largely remains unknown. In
this study, we addressed these questions at the single-
molecule level using an in-house constructedmagnetic
tweezers setup [24,25]. We show that (1) the intracel-
lular calcium concentration is sufficient to fold the
majority of the BIg domains in region B, (2) the calcium-
binding sites on BapA BIg domains interact with
calcium over a wide range of concentration of sub-
μM–mM, and (3) increasing calcium concentration over
this range results in increased mechanical stability of
the BIg domains. Together, the differential calcium-
sensing capability of the calcium-binding sites on the
BapA BIg domains ensures that BapA can respond to
changes in its environmental calcium level. We
propose that it is only when the BapA protein is
exposed to the elevated calcium concentration of the
extracellular environment does the formation of the
highly stable, rigid, conformation of the BapA protein
occur. At intracellular calcium concentration, the BapA
domains are folded but more flexible relative to each
other, facilitating the secretion of the entire protein.
Results

Purified BapA segments in a calcium-free buffer
solution

Simple Modular Architecture Research Tool
(SMART database) sequence analysis predicts that
region B of BapA contains 27 repeats of BIg domains
(Fig. 1a). The sequence similarities and conserved
domains are shown in Fig. S1. Due to the challenge of
expressing the full-length region B, we divided the 27
tandem repeats into three segments (Fig. 1a). The first
segment contains domains 2 to 5 (BapA2–5), the
second contains domains 6 to 17 (BapA6–17), and the
third contains domains 18 to 26 (BapA18–26), each of
these three segments expressed well as recombinant
proteins.
The purified segments were covalently attached

to a coverslip surface coated with Halo-tag ligand
using Halo-tag chemistry [26–28]. Following attach-
ment, streptavidin coated 2.8-μm-diameter super-
paramagnetic beads were introduced to bind the
C-term AviTag and form protein tethers between the
bead and the surface (see the Materials and Methods
section) (Fig. 1b). A pair of magnets was used to apply
force to the bead, and the amount of force applied was
adjusted by changing the distance between the
magnets and the bead. Unfolding of the Blg domains
will cause extension changeof the tether, resulting in a
change of the bead height from the surface which is
monitored in real time with nanometre resolution
(Fig. 1c). During force change, the bead height
change is affected by both bead rotation and
extension change of the molecule, while at the same
force, the bead height change equals the extension
change [25]. In all the mechanical unfolding experi-
ments in this work, the force was increased from b1 to
120 pN at a constant loading rate of 1.8 ± 0.2 pN/s.
The technical details of the force control and the
detection resolution of our magnetic tweezers can be
found in our recent review [25].
Figure 2a shows three representative force–height

curves for each segment recorded during the force-
increase process. Stepwise extension changes were
observed for each segment indicating mechanical
unfolding of the Blg domains. During each stepwise
extension change, the force remains the same
before and after the transition; therefore, the step
size is the extension change of the molecule. The
maximum numbers of such unfolding steps were 4,
12, and 9 for BapA2–5 (4 domains), BapA6–17 (12
domains), and BapA18–26 (9 domains), respectively.
These numbers are consistent with the numbers of
domains in the respective segments predicted in the
SMART database, confirming the domain structure
and revealing that all the domains in these con-
structs are folded. Here note that all experiments in
Fig. 2 were done with purified protein in calcium-free
buffer. In addition, no calcium was added during the
purification process (see the Materials and Methods
section). Therefore, these results suggest that either
the intracellular level of calcium is sufficient to fold
the domains, or the folding of the domains does not
depend on calcium.
In 100 mMKCl, at our loading rate of 1.8 ± 0.2 pN/s,

the domains in the segments unfolded over a wide
range of forces (Fig. 2b). The majority of unfolding
forces for BapA2–5 are distributed over a range of 5–50
pN, with a rather flattened distribution between 5
and 40 pN. The unfolding forces of BapA6–17 and
BapA18–26 domains exhibit a peaked distribution in the
range of 5–80 pN. These results show that the BapA
BIg domains have differential mechanical stabilities.
Unfolding of protein domains results in an unfolded

polypeptide chain under force. It is known that the
force extension curve of a polypeptide chain can be
described by the worm-like chain polymer model,
with a persistence length of ~0.8 nm [28–30]. From
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the force–extension curve calculated using the
Marko–Siggia's formula [31], the unfolding step
sizes can be converted into contour lengths released
during unfolding. The histograms of the contour
lengths exhibit a Gaussian-like distribution over a
range of 20–40 nm (Fig. S2, red color histogram and
red color Gaussian-like distribution) peaked at
~30 nm spread over a range from ~22 to ~38 nm
(full width at half maximum range ~16 nm). The
range of peptide contour lengths corresponds to
unfolding of 58–100 amino acids, and the domain
size range predicted from the SMART database is
66–82 amino acids, which is in good agreement with
our experimentally defined size.

Calcium-binding sites in BapA

To obtain further insights into how calcium binds to
the BapA domains, we performed server-based
protein structure and function prediction for BapA2–5
Fig. 3. Calcium-binding site prediction. Representative B
(http://raptorx.uchicago.edu). Red color spheres are the calci
using RaptorX server (http://raptorx.uchicago.edu)
[32]. As expected, the server predicted Ig-like domain
structures for BIg domains in all segments (Fig. 3
shows the predicted domain structures for BapA2–5 as
an example). A prediction by Griessl et al. [15]
suggested calcium-binding sites throughout the BIg
domains of BapA based on sequence homology
between BIg domains of SiiE and BapA (Fig. S3),
which is consistent with the calcium-binding prediction
done by the RaptorX server (Fig. 3). Both the
predicted structures and the crystal structure of the
triple BIg50:52 segment from SiiE [16] show that
calcium may bind at the interface between two BIg
domains inter-locking the β-strands (Figs. 3 andS3) or
in folded BIg domains via RTX-motif interactions. As a
test of the structure prediction software, we also
performed the prediction for filamin A (FLNa) rod
domain 1–8 and titin I27 that have known structures,
and found that the server correctly predicted their
structures. In addition, no calcium-binding sites were
apA2–5 segment predicted structure by RaptorX server
um ions, which are bound to the protein.
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predicted for FLNa and I27 (Table. S1 and Fig. S8).
These results suggest that the calcium-binding sites
on the BapA BIg domains are differentially exposed to
calcium binding, which are likely associated with
different calcium binding affinities.

Calcium binding is needed for stable Blg domain
folding

Whilst the results described in Fig. 2 were obtained
from purified protein in calcium-free buffer solution,
the BIg domains were expressed and purified from
Escherichia coli where the intracellular calcium
concentration is ~100 nM [33]. There is a possibility
that the folding of the BIg domains was mediated by
this level of calcium concentration in cells and that
bound calcium ions remained bound in calcium-free
buffer solution. Toexplore this possibility, we repeated
the experiments in the presence of 10 mM EGTA in
order to remove any potential bound calcium ions
(Fig. 4; N.B. The experimental design throughout
Fig. 4 is shown schematically in the inset). Figure 4a
shows the representative force–height curves of
BapA18–26 in 100 mM KCl before introducing EGTA
(force cycles C-1 and C-2, equivalent to Fig. 2a) and
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after introduction of 10 mM EGTA (force cycles C-3
and C-4). These experiments reveal a striking result
that after the addition of EGTA (force cycles C-3 and
C-4), the BIg domains are no longer able to refold into
stable structures upon release of force, indicated by
the disappearance of unfolding steps at forces above
10 pN and a much longer extension at forces below
40 pN compared to the data from force cycles in C1
and C2. This is markedly different behavior from what
was seen in Fig. 2, where repeated cycles of
unfolding–refolding gave similar unfolding profiles.
Some steps are observed below 10 pN, which
indicates that the BapA rod domains may exist in a
partially folded unstable conformation.
Following removal of EGTA, the force–bead height

curves (force cycles C-5 and C-6) remained similar
to those in force cycles C-3 and C-4 in the presence
of EGTA, indicating that the loss of the stabilization
of the Blg domains is not caused by any potential
interaction between EGTA and the unfolded poly-
peptide. These results suggest that (1) calcium
binding is needed for the stabilization of the Blg
domains, and (2) these calcium ions can be rapidly
removed by the chelating agent EGTA in the
unfolded conformation of the Blg domains (as
90 100
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ge
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Time

3
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Fig. 4. Calcium-dependent BapA18–26
domain folding. All data in this figure are
taken from the same molecule, subjected
to a series of different buffer exchanges.
Inset: The experimental design shown as
a schematic. Force–bead height curves
are sequentially labeled C-1, C-2,…C15.
(a) Domain folding is calcium dependent.
Data obtained first in control buffer (black,
C1 and C2), then switched to 10 mM
EGTA (red,C-3 andC-4) and thenback to
control buffer (cyan, C-5 and C-6). The
protein shows an unfolding profile in C-1
and C-2 but loses its unfolding steps
following the addition of 10 mM EGTA
(C-3,4) and remains unfolded when
subsequently returned to control buffer
(C-5,6). (b) Magnesium does not enable
protein refolding. MgCl2 buffer (10 mM;
green, C-7 and C-8) as compared with
control buffer (black, C-1 and C-2).
Calcium-mediated protein folding going
from green tomagenta (1 μMCaCl2, C-9
and C-10) and further stabilized by the
addition of 10 mM CaCl2 (blue, C-11 to
C-13). (c) Calcium ions stay associated
with the protein after washing with
calcium-free control buffer (data shown
in wine color (C-14 and C-15) as
compared with data in black color)
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shown in Fig. 4b). Thus, in the absence of calcium,
the BIg domains exist in a partially folded conforma-
tion or disordered peptide conformation. Since
calcium is needed for stable folding of the Blg
domains, the fact that we observed stably folded
domains for purified BapA rod segments in calcium-
free buffer solution implies that the purified proteins
have calcium ions bound to the BIg domains, which
are retained during series of unfolding and folding
cycles (Fig. 2).
Figure 4b shows that the loss of domain refolding

in BapA18–26 after treatment of EGTA could be
rescued by reintroducing calcium (force cycles C-9
to C-13), but not magnesium (force cycles C-7 and
C-8). This result suggests that the domain stabiliza-
tion may specifically depend on calcium ions. At a
low concentration (1 μM) of CaCl2 (force cycles C-9
and C-10), the refolded domains unfold at compa-
rable forces to that obtained from purified protein
in calcium-free buffer solution (force cycles C-1 and
C-2). Following this recapitulation of the unfolding
response of the BIg domains by addition of calcium,
we tested what would be the effect of adding
additional calcium. Strikingly, at higher calcium
concentration (10 mMCaCl2), themechanical stability
of the domains is significantly enhanced, and the
same numbers of unfolding steps are present but
they unfold atmuchhigher forces (force cyclesC-11 to
C-13). Similar effects of calcium were also observed
for BapA2–5 andBapA6–17 (Fig. S4).Notably,we found
that the folding of the BIg domains could be folded at
concentrations as low as 100 nM (Fig. S5). These
results reveal that the calcium-binding sites on the BIg
domains have a wide range of affinities to calcium,
allowing them to respond to different level of calcium
concentrations.

Bound calcium is retained during unfolding/
refolding cycles in calcium-free buffer solution

We have shown that calcium binding is needed for
stable Blg domain folding, based on which we have
inferred that the purified BapA rod segments have
calcium ions bound to the BIg domains, which are
retained during series of unfolding and folding
cycles. To directly show that calcium ions can be
retained after domain unfolding, after the force cycle
C-13, free CaCl2 in solution was removed by
washing the channel (volume b100 μl) with a large
volume (500 μl) of 100 mM KCl solution. In the
absence of free calcium, the BIg domains could still
refold inmultiple unfolding/refolding force cycles (data
from the first two cycles, C-14 and C-15, are shown in
Fig. 4c). The unfolding forces (C-14 and C-15) of the
refolded domains become smaller than in 10 mM
CaCl2 (C-11 to C-13) but higher than the purified
proteins in calcium-free buffer solution containing
100 mM KCl (C-1 and C-2). This result confirms that
BIg domains can retain calcium through multiple
rounds of unfolding and refolding cycles after free
calcium is removed from solution.
Overall, these results indicate that there aremultiple

calcium-mediated structural processes involved in the
BIg domain folding and stabilization. Someof the high-
affinity calcium-binding sites are required for BIg
domain folding at low calcium concentrations, while
some lower-affinity sites bind calcium at high calcium
concentration that significantly increases themechan-
ical stability of the domains. Consistently, circular
dichroism of BapA2–5 confirms that the purified protein
is already folded (Fig. S6), andaddition of 5 mMCaCl2
has little effect on domain folding as no additional
secondary structure was observed. As the same
numbers of unfolding steps are present (and no
additional increase of secondary structure is seen via
circular dichroism), we suggest that the additional
increase in mechanical stability arises from binding of
calcium ions to some lower-affinity calcium-binding
sites.

High calcium concentration enhances the
mechanical stability of the BapA rod domains

Our data show that BapA segments contain
calcium-dependent folded domains that retain calci-
um throughout the purification process and even
followingunfoldingof the tetheredprotein. Furthermore,
as seen in Fig. 4b, further mechanical stabilization
occurs upon exposure to high, millimolar, concentra-
tions of calcium, indicated by much greater forces
needed to unfold the domains compared to the same
domains at μM calcium concentrations. The RaptorX
structure and binding sites prediction server predicted
different types of calcium-binding sites (Fig. 3). Since
the mechanical stability of the BIg domains is
dramatically enhancedwhen the calciumconcentration
increases from μM to mM, we reason that the lower-
affinity calcium-binding sites are responsible for this
enhanced mechanical.
To further explore this stabilization effect at high

calcium levels, we tested the effect of 3 mM calcium
on the three BapA segments. Representative force–
bead height curves of BapA2–5, BapA6–17, and
BapA18–26 segments before (red) and after adding
3 mM CaCl2 (blue) are shown in Fig. 5a. For the
BapA2–5, BapA6–17, and BapA18–26 segments, 4, 12,
and 9 unfolding steps were observed, respectively.
The addition of millimolar calcium to the chamber
results in a marked mechanical stabilization of the
BIg domains in all three segments. For BapA2–5,
the unfolding forces are shifted from 5 to 50 pN to
40–90 pN, whereas for BapA6–17 and BapA18–26, the
unfolding forces are shifted from 40 to 80 pN to 80–
120 pN. In all cases, the unfolding forces significantly
shift to higher range after adding calcium. Strikingly,
no additional unfolding steps are observed and there
is no change of contour length after addition of 3 mM
CaCl2 (Fig. S4).
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Discussion

Bacterial cells adhere to surfaces and to cells, and
are subject to mechanical constraints (e.g. shear
force applied by body fluid or shear force by the
environment). In these conditions, when attached,
bacterial adhesion proteins will be under mechanical
force. Therefore, understanding the mechanical
properties of BAPs is important to understand their
adhesive functions.
It has been suggested that BapA and similar surface

proteins are involved in bacterial adhesion [8]. BapA is
classified as a non-fimbrial adhesion protein secreted
by the type 1 secretion systems (T1SS) in Salmonella
[10]. It has been shown that disruption of a similar
surface protein Bap (S. aureus) by proteinase can
impede the initial bacterial adhesion, as well as biofilm
dispersal [34]. Over-expression of BapA (S. enteritidis)
causes pellicle formation, and disruption of BapA
causes inability to form biofilm in LB medium [10].
Several interesting findings were revealed from

this study, namely, (1) calcium is needed for the
folding of the BIg domains, (2) the intracellular calcium
level is sufficient for folding of the BIg domains, and
(3) increasing concentration of the calcium enhances
the mechanical stability of the BIg domains, with
millimolar calcium concentrations being required for
maximal stability. Unexpectedly, bound calcium can
be retained during cycles of unfolding and refolding
transitions. These findings collectively underscore the
importance of calcium in regulating the folding/stability
of BapA BIg domains. Since the BAP domains share
strong sequence identity and similarity, the calcium-
dependent folding and stabilization may be a shared
property across the bacterial kingdom.
The finding that the BapA BIg domains requires

sub-μM calcium concentration for folding and higher
concentration for enhanced stabilization implies the
existence of multiple types of calcium-binding sites
with different functions—the higher-affinity ones
mediate structural folding of the domains and the
lower-affinity sites regulate the stability.
Our results suggest that the BapA BIg domains

have a wide range of mechanical stabilities. Although
the BIg domains are predicted to have similar ternary
structures, they still have significant differences in
sequence—they share only about 30% of sequence
identity (Fig. S1). They also differ in the number of
residues in the domains. These factors could affect
the exact unfolding transition pathways and the
unfolding energy barrier, resulting in a variety of
mechanical stability of the domains.
Our data suggest that the BapA BIg domains are

likely folded intracellularly. It was previously sug-
gested that the intracellular calcium concentration is
~100 nM [13,35,36]. Consistently, we found that
calcium at concentrations as low as 100 nM is
sufficient to fold the BIg domains (Fig. S5). Such
calcium-mediated protein folding and mechanical
stabilization is not observed for magnesium (Fig. S7),
indicating selectivity of calcium over magnesium and
perhaps other divalent cations.
Interestingly, a recent publication reported that the

ice-binding surface protein mpAFP fromMarinomonas
primoryensis contains calcium-binding sites and that
calciumbinding is needed formechanical stability of the
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Fig. 6. BapA protein secretion through the membrane. (a) Cartoon representation of the three states of BapA. Left: In
the absence of calcium BapA is unstructured. Middle: At ~100 nM calcium concentration, the BIg domains fold but are
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conformation either tethered to the bacteria or, following cleavage or complete secretion, as a surface detached protein
that forms part of the biofilm matrix.
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mpAFP rod domain [37,38]. In contrast to the BapA rod
domain studied in this work that contains heteroge-
neous tandem repeats of Ig-like structures, the mpAFP
rod domain consists of identical repeats of 104 amino
acids that form a continuous β-solenoid structure. In
addition, previous studies on the rod domains of SiiE
from Salmonella [15] and Bap from S. aureus [16] also
revealed the importance of the calcium binding on the
stability of the domains. Together with these previous
studies, our results suggest that calcium-assisted
stabilization of secreted bacterial surface protein
could be a generic phenomenon.
Our results indicate that the purified BIg domains

retain calcium from E. coli that maintain the folded
domains. Consistently, we found that the BapA BIg
domains could be folded at intracellular calcium
concentrations of ~100 nM [33]. Strikingly, our results
reveal a dramatic increase in mechanical stability of
the domains when the calcium concentration is further
increased to 3 mM, levels that resemble the condi-
tions of the extracellular environment. This result
suggests that on a partially translocated BapA, the
extracellular BIg domains are more stable than the
intracellular BIg domains. This also suggests that
maximal stability, and likely rigidity, of the BapA
protein is only achieved extracellularly. Therefore,
translocation of the BapA could result in reduction of
the free energy, driving the directional translocation of
the BapA protein (Fig. 6). Interestingly, BapA contains
a signaling peptide at the C-terminal that can be
recognized by the ABC transporter [10], an ATPase
associated with the T1SS system that is known to
transport long multidomain peptides. Therefore, it is
possible that the translocation of the protein domains
may also be powered by the energy released from the
ATP hydrolysis of ABC transporter.
We observed that calcium ions bound on the BIg

domains could remain bound for a long time in
solution without free calcium. Our experiments in
calcium-free buffer (Fig. 2a) demonstrate that BIg
domains retain calcium from expression in E. coli.
Even following unfolding by mechanical force, these
domains can retain the calcium ions to facilitate
refolding. While the slow dissociation of calcium ions
in calcium-free buffer solution seems surprising, it is
consistent with a series of recent studies revealing
that the dissociation rate of a bound ligand on a
substrate in the absence of free competitive ligand/
substrate in solution can be a few orders ofmagnitude
slower than that in the presence of competition [39].
The mechanisms underlying these observations are
still unclear and are currently a hot topic of theoretical
study [40–42].
Adhered bacterial cells are likely subject to external

mechanical perturbation and as a result large confor-
mational deformation. Our results show that under
force, the BapA domains will undergo unfolding
transitions. BapA is a large protein and comprises
3824 amino acids, and a fully unfolded BapA could
release a contour length of ~1.3 μm. A recent study
has suggested that any force-transmitting protein
containing an array of modular domains has the
capacity to act as a molecular mechanical absorber,
buffering force within a certain range over a large
range of strain change [43,44]. The largemulti-domain
composition of BapA suggests that it may also serve
as a mechanical absorber. This may provide flexibility
within the biofilm and at the interface between
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Salmonella and substrates, which may be beneficial
for biofilm to resist mechanical perturbations [43].
Interestingly, force has been reported to play a

crucial role in the formation and maintenance of
biofilm. For example, force increases the bacterial
adhesion to surfaces [45] and to cells [46,47]. These
results suggest that components in biofilms can sense
and convert mechanical cues to cellular responses. It
remains unclear which biofilm components are
responsible for biofilm mechano-sensing. We reason
that BapA and similar surface proteins with Ig-like
domains may take a part in this process, as Ig
domains often provide binding sites for other partners.
The conformational change of BapA induced by
mechanical perturbation observed in our experiments
suggests possible force-dependent interactions be-
tween BapA and other binding partners.
D

Materials and Methods

Protein purification

Plasmid pFN18A (Promega) was used to construct
the vectors and co-expression with biotin holoenzyme
synthetase plasmid BirA. Briefly, the relevant domain
fragments were amplified from S. Typhi (str. 14028S)
using PCR. An AviTag and 6x His-tag coding sequence
was added at the C-terminal of the protein segments.
The primers used to construct these segments are listed
in Appendix TableS2. pFN18Aplasmidwas cut at PmeI
and SgfI restriction sites followed by ligation with PCR
products of BapA subdomains. DH5α cells were used
for cloning of BapA2–5, and BL21(DE3) competent cells
were used for expression. Single-step competent cells
KRX (Promega) were used for cloning and expression
for BapA6–17 and BapA18–26. Bacteria were grown in LB
medium at 37 °C in the presence of ampicillin (100 μg/
ml) with orbital shaking. When the OD600 of the culture
reached 0.5, the temperature was reduced to 21 °C.
The culture was supplemented with the addition of
biotin (final concentration 50 μg/ml). The cells were
induced overnight by the addition of 0.5 mM IPTG.
Harvested bacteria were resuspended in 10 mM Tris
(pH 7.4), 250 mM KCl, and 0.5 mM PMSF and
disrupted by French press. Protein purification was
done with Ni2+-NTA column followed by gel filtration.
The quality and purity of the protein were confirmed by
4%–12% SDS-PAGE and mass spectrometry.

Force calibration

Force calibration was carried out using the method
detailed in our previous publication [24] and has an
intrinsic relative error of b15% (due to heterogeneous
bead size). The loading rate control was achieved
by programming the movement of the magnet in
such a way that the loading rate is a constant. Briefly,
in magnetic tweezers experiments, force is a function
F(d) of bead–magnet distance d. Therefore, one can
change the force by changing d. A time varying force
can be applied by changing d with time. In a loading
rate experiment, the force is changed linearly with
time with a slope of r, which is called the loading rate.
In a typical loading rate experiment, force was
increased from an initial value F0 through a time
trajectory g(t) = F0 + rt. In order to achieve loading
rate control, one can correspondingly program
the movement of the magnets through a trajectory
of d(t) = F−1(g(t)), where F−1 is the inverse function of
F(d). In our instrument, F(d) has been calibrated (see
Chen et al. [24] for details), based on which the
constant loading rate control was achieved using
LabVIEW program to move the magnets attached on
a linear translational motor.

Single-molecule manipulation

Experimental setup was as described elsewhere
[48]. Briefly, coverslips are cleaned with detergent,
acetone, and isopropanol for 30 min each followed
by plasma treatment. Coverslips are then incubated
with 1% APTES in methanol and acetone solution for
20 min; after washing, the coverslips are cured at
110 °C for 1 h. Channels were prepared as de-
scribed previously and have a volume ~40 μl [48].
Flow channels are treated with 0.1% glutaraldehyde
for 1 h followed by incubation with 3-μm polyamine
beads and then halo-tag ligand (Promega). The
channels were blocked with 25 mM Tris (pH 7.4),
100 mM KCl, 1% BSA, and 0.02% T-20 (control
buffer). Protein segments were introduced into the
flow channel in control buffer and incubated for 15 min.
Free protein was washed from the channel and then
2.8-μm streptavidin-coated super-paramagnetic beads
(M-270; Invitrogen) were added into the channel. Force
was calibrated for each tether before the experiment. A
constant loading rate of ~1.8 pN/s was applied in all
experiments [24]. Note: The magnetic tweezers detect
the height change of bead, which has an offset to the
actual extension change of the molecule. In experi-
ments,weset theextension tobezeroat forcesbelow1
pN. The uncertainty of the offset does not affect the
measurement of protein unfolding.
CaCl2 (1 μM, 3 mM, or 10 mM) was added to

control buffer for calcium experiments as required. For
buffer switch experiments (Fig. 4), protein was held at
a force ~12 pN and buffer of 300–500 μl was applied
depending on buffer condition and concentration.
CRediT authorship contribution state-
ment

urgarao Guttula: Investigation, Formal analysis,
Writing - original draft. Mingxi Yao: Investigation.



442 Salmonella Biofilm-associated Protein A
Karen Baker: Investigation. Liang Yang: Conceptu-
alization. Benjamin T. Goult: Formal analysis, Inves-
tigation, Writing - original draft. Patrick S. Doyle:
Conceptualization, Supervision, Writing - original draft.
Jie Yan: Conceptualization, Formal analysis, Supervi-
sion, Writing - original draft.
Acknowledgments

We thank the Mechanobiology Institute (MBI-NUS)
Protein Expression Facility for protein purification
service. We also thank Dr. Linda Kenny (MBI-
Singapore) for the BapA gene (Salmonella) and
Dr. Fumihiko Nakamura (Harvard University) for
FLNa protein as a gift. We also thank Dr. Shimin Le
(NUS-Physics) for discussions. D.G. and P.S.D. are
funded by the National Research Foundation (NRF),
PrimeMinister's Office, Singapore, under its CREATE
programme, Singapore-MIT Alliance for Research
and Technology (SMART) BioSystems and Micro-
mechanics (BioSyM) IRG. M.Y. and J.Y., are funded
by the National Research Foundation, Prime Minis-
ter's Office, Singapore, under its NRF Investigatorship
Programme (NRF Investigatorship Award No. NRF-
NRFI2016-03) and grants from the National Research
Foundation through the Mechanobiology Institute
Singapore. B.T.G. and K.B are funded by Biotechnol-
ogy and Biological Sciences Research Council
(BBSRC), UK (BB/N007336/1) and Human Frontier
Science Program (HFSP) (RGP00001/2016).
Author Contributions: J.Y., P.S.D., and L.Y.,

designed the research. D.G., M.Y., and K.B per-
formed the experiments. J.Y., P.S.D., B.T.G., and D.
G. interpreted and analyzed the data. P.S.D., B.T.G.,
D.G., and J.Y. wrote the paper.
Conflict of Interest Statement: The authors

declare no competing financial interests.
Appendix A. Supplementary figures and
tables

Supplementary data to this article can be found
online at https://doi.org/10.1016/j.jmb.2018.11.014.

Received 10 August 2018;
Received in revised form 10 November 2018;

Accepted 13 November 2018
Available online 16 November 2018

Keywords:
magnetic tweezers;

calcium-binding protein;
mechanical stability of proteins;

biofilm-associated protein, Salmonella
Abbreviations used:
FLNa, filamin A; BAPs, Biofilm-associated proteins; BIg,
bacterial Ig-like domain; T1SS, type 1 secretion system.

References

[1] G. O'Toole, H.B. Kaplan, R. Kolter, Biofilm formation as
microbial development, Annu. Rev. Microbiol. 54 (2000)
49–79.

[2] P. Stoodley, K. Sauer, D.G. Davies, J.W. Costerton, Biofilms
as complex differentiated communities, Annu. Rev. Microbiol.
56 (2002) 187–209.

[3] D. An, M.R. Parsek, The promise and peril of transcriptional
profiling in biofilm communities, Curr. Opin. Microbiol. 10
(2007) 292–296.

[4] R.M. Donlan, Biofilms: microbial life on surfaces, Emerg.
Infect. Dis. 8 (2002) 881–890.

[5] N. Hoiby, T. Bjarnsholt, M. Givskov, S. Molin, O. Ciofu,
Antibiotic resistance of bacterial biofilms, Int. J. Antimicrob.
Agents 35 (2010) 322–332.

[6] P.O. Jensen, M. Givskov, T. Bjarnsholt, C. Moser, The immune
system vs. Pseudomonas aeruginosa biofilms, FEMS Immunol.
Med. Microbiol. 59 (2010) 292–305.

[7] J.W. Costerton, Overview of microbial biofilms, J. Ind.
Microbiol. 15 (1995) 137–140.

[8] I. Lasa, J.R. Penades, Bap: a family of surface proteins involved
in biofilm formation, Res. Microbiol. 157 (2006) 99–107.

[9] C. Cucarella, C. Solano, J. Valle, B. Amorena, I. Lasa, J.R.
Penades, Bap, aStaphylococcus aureus surface protein involved
in biofilm formation, J. Bacteriol. 183 (2001) 2888–2896.

[10] C. Latasa, A. Roux, A. Toledo-Arana, J.M. Ghigo, C. Gamazo, J.
R. Penades, et al., BapA, a large secreted protein required for
biofilm formation and host colonization of Salmonella enterica
serovar enteritidis, Mol. Microbiol. 58 (2005) 1322–1339.

[11] C. Uniprot, UniProt: a hub for protein information, Nucleic
Acids Res. 43 (2015) D204–D212.

[12] R.D. Finn, A. Bateman, J. Clements, P. Coggill, R.Y.
Eberhardt, S.R. Eddy, et al., Pfam: the protein families
database, Nucleic Acids Res. 42 (2014) D222–D230.

[13] I. Linhartova, L. Bumba, J. Masin, M. Basler, R. Osicka, J.
Kamanova, et al., RTX proteins: a highly diverse family
secreted by a commonmechanism, FEMSMicrobiol. Rev. 34
(2010) 1076–1112.

[14] R.A. Welch, RTX toxin structure and function: a story of
numerous anomalies and few analogies in toxin biology,
Curr. Top. Microbiol. Immunol. 257 (2001) 85–111.

[15] M.H. Griessl, B. Schmid, K. Kassler, C. Braunsmann, R.
Ritter, B. Barlag, et al., Structural insight into the giant Ca(2)
(+)-binding adhesin SiiE: implications for the adhesion of
Salmonella enterica to polarized epithelial cells, Structure 21
(2013) 741–752.

[16] A. Taglialegna, S. Navarro, S. Ventura, J.A. Garnett, S.
Matthews, J.R. Penades, et al., Staphylococcal Bap proteins
build amyloid scaffold biofilm matrices in response to
environmental signals, PLoS Pathog. 12 (2016), e1005711.

[17] M. Martinez-Gil, D. Romero, R. Kolter, M. Espinosa-Urgel,
Calcium causes multimerization of the large adhesin LapF
and modulates biofilm formation by Pseudomonas putida,
J. Bacteriol. 194 (2012) 6782–6789.

[18] R. Chatterjee, S. Nag, K. Chaudhuri, Identification of a new
RTX-like gene cluster in Vibrio cholerae, FEMS Microbiol.
Lett. 284 (2008) 165–171.



443Salmonella Biofilm-associated Protein A
[19] S. Theunissen, L. De Smet, A. Dansercoer, B. Motte, T.
Coenye, J.J. Van Beeumen, et al., The 285 kDa Bap/RTX
hybrid cell surface protein (SO4317) ofShewanella oneidensis
MR-1 is a keymediator of biofilm formation, Res.Microbiol. 161
(2010) 144–152.

[20] S.L. Cirillo, L.E. Bermudez, S.H. El-Etr, G.E. Duhamel, J.D.
Cirillo, Legionella pneumophila entry gene rtxA is involved in
virulence, Infect. Immun. 69 (2001) 508–517.

[21] R. Raman, V. Rajanikanth, R.U. Palaniappan, Y.P. Lin, H. He, S.
P. McDonough, et al., Big domains are novel Ca(2)+-binding
modules: evidences from big domains of Leptospira
immunoglobulin-like (Lig) proteins, PLoS One 5 (2010), e14377.

[22] K.J. Satchell, Structure and function of MARTX toxins and
other large repetitive RTX proteins, Annu. Rev. Microbiol. 65
(2011) 71–90.

[23] T.J. Smith, H. Sondermann, G.A. O'Toole, Type 1 does the
two-step: type 1 secretion substrates with a functional
periplasmic intermediate, J. Bacteriol. 200 (2018).

[24] H. Chen, H. Fu, X. Zhu, P. Cong, F. Nakamura, J. Yan,
Improved high-force magnetic tweezers for stretching and
refolding of proteins and short DNA, Biophys. J. 100 (2011)
517–523.

[25] X. Zhao, X. Zeng, C. Lu, J. Yan, Studying the mechanical
responsesof proteinsusingmagnetic tweezers,Nanotechnology
28 (2017), 414002.

[26] G.V. Los, K. Wood, The HaloTag: a novel technology for cell
imaging and protein analysis, Methods Mol. Biol. 356 (2007)
195–208.

[27] Y. Taniguchi, M. Kawakami, Application of HaloTag protein
to covalent immobilization of recombinant proteins for
single molecule force spectroscopy, Langmuir 26 (2010)
10433–10436.

[28] H. Chen, G. Yuan, R.S. Winardhi, M. Yao, I. Popa, J.M.
Fernandez, et al., Dynamics of equilibrium folding and
unfolding transitions of titin immunoglobulin domain under
constant forces, J. Am. Chem. Soc. 137 (2015) 3540–3546.

[29] M. Rief, J. Pascual, M. Saraste, H.E. Gaub, Single molecule
force spectroscopy of spectrin repeats: low unfolding forces
in helix bundles, J. Mol. Biol. 286 (1999) 553–561.

[30] R.S. Winardhi, Q. Tang, J. Chen, M. Yao, J. Yan, Probing
small molecule binding to unfolded polyprotein based on its
elasticity and refolding, Biophys. J. 111 (2016) 2349–2357.

[31] J.F. Marko, E.D. Siggia, Stretching DNA, Macromolecules 28
(1995) 8759–8770.

[32] M. Kallberg, H. Wang, S. Wang, J. Peng, Z. Wang, H. Lu,
et al., Template-based protein structure modeling using the
RaptorX web server, Nat. Protoc. 7 (2012) 1511–1522.

[33] P. Gangola, B.P. Rosen, Maintenance of intracellular calcium
in Escherichia coli, J. Biol. Chem. 262 (1987) 12570–12574.

[34] S. Kumar Shukla, T.S. Rao, Dispersal of Bap-mediated
Staphylococcus aureus biofilm by proteinase K, J. Antibiot.
(Tokyo) 66 (2013) 55–60.
[35] A. Chenal, J.I. Guijarro, B. Raynal, M. Delepierre, D. Ladant,
RTX calcium binding motifs are intrinsically disordered in the
absence of calcium: implication for protein secretion, J. Biol.
Chem. 284 (2009) 1781–1789.

[36] D.P. O'Brien, B. Hernandez, D. Durand, V. Hourdel, A.C.
Sotomayor-Perez, P. Vachette, et al., Structural models of
intrinsically disordered and calcium-bound folded states of a
protein adapted for secretion, Sci. Rep. 5 (2015), 14223.

[37] C.P. Garnham, R.L. Campbell, P.L. Davies, Anchored
clathrate waters bind antifreeze proteins to ice, Proc. Natl.
Acad. Sci. U. S. A. 108 (2011) 7363–7367.

[38] M. Hensel, S. Guo, C.P. Garnham, J.C. Whitney, L.A.
Graham, P.L. Davies, Re-evaluation of a bacterial antifreeze
protein as an adhesin with ice-binding activity, PLoS One 7
(2012), e48805.

[39] J.S. Graham, R.C. Johnson, J.F. Marko, Concentration-
dependent exchange accelerates turnover of proteins bound
to double-stranded DNA, Nucleic Acids Res. 39 (2011)
2249–2259.

[40] T. Paramanathan, D. Reeves, L.J. Friedman, J. Kondev, J.
Gelles, A general mechanism for competitor-induced disso-
ciation of molecular complexes, Nat. Commun. 5 (2014)
5207.

[41] S. Cocco, J.F. Marko, R. Monasson, Stochastic ratchet
mechanisms for replacement of proteins bound to DNA,
Phys. Rev. Lett. 112 (2014), 238101.

[42] C.E. Sing, M. Olvera De La Cruz, J.F. Marko, Multiple-
binding-site mechanism explains concentration-dependent
unbinding rates of DNA-binding proteins, Nucleic Acids Res.
42 (2014) 3783–3791.

[43] M. Yao, B.T. Goult, B. Klapholz, X. Hu, C.P. Toseland, Y.
Guo, et al., The mechanical response of Talin, Nat. Commun.
7 (2016), 11966.

[44] S. Le, X. Hu, M. Yao, H. Chen, M. Yu, X. Xu, et al.,
Mechanotransmission and mechanosensing of human
alpha-actinin 1, Cell Rep. 21 (2017) 2714–2723.

[45] S. Lecuyer, R. Rusconi, Y. Shen, A. Forsyth, H. Vlamakis, R.
Kolter, et al., Shear stress increases the residence time of
adhesion of Pseudomonas aeruginosa, Biophys. J. 100
(2011) 341–350.

[46] D.E. Brooks, T.J. Trust, Enhancement of bacterial adhesion
by shear forces: characterization of the haemagglutination
induced by Aeromonas salmonicida strain 438, J. Gen.
Microbiol. 129 (1983) 3661–3669.

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

[48] S. Le, M. Yao, J. Chen, A.K. Efremov, S. Azimi, J. Yan,
Disturbance-free rapid solution exchange for magnetic
tweezers single-molecule studies, Nucleic Acids Res. 43
(2015) e113.


