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Nontypeable Haemophilus influenzae (NTHI) bacteria are commensals in the human nasopharynx, as well as
pathogens associated with a spectrum of acute and chronic infections. Two important factors that influence
NTHI pathogenicity are their ability to adhere to human tissue and their ability to form biofilms. Extracellular
polymeric substances (EPS) and bacterial appendages such as pili critically influence cell adhesion and
intercellular cohesion during biofilm formation. Structural components in the outer cell membrane, such as
lipopolysaccharides, also play a fundamental role in infection of the host organism. In spite of their impor-
tance, these pathogenic factors are not yet well characterized at the nanoscale. Here, atomic force microscopy
(AFM) was used in aqueous environments to visualize structural details, including probable Hif-type pili, of
live NTHI bacteria at the early stages of biofilm formation. Using single-molecule AFM-based spectroscopy, the
molecular elasticities of lipooligosaccharides present on NTHI cell surfaces were analyzed and compared
between two strains (PittEE and PittGG) with very different pathogenicity profiles. Furthermore, the stiffness
of single cells of both strains was measured and subsequently their turgor pressure was estimated.

Haemophilus influenzae is a gram-negative bacterium and a
common commensal of the human nasopharynx; however, it
can also be responsible for a number of serious infections (17,
28, 64, 65). H. influenzae strains are divided into two groups,
according to the presence or absence of six antigenically dis-
tinct extracellular polysaccharide capsules (serotypes a to f)
(33, 54). In particular, organisms possessing the type b capsule
are highly virulent and may cause bacteremia and invasive
infections such as meningitis and pneumonia (28, 33, 65).
Strains that do not possess one of six antigenically distinct
capsules are classified as nontypeable H. influenzae (NTHI)
and are associated with colonization in the great majority of
healthy individuals (33). The NTHI strains are also associated
with acute and chronic infections of the respiratory tract, such
as acute otitis media (OM), chronic OM with effusion, otor-
rhea, sinusitis, bronchitis and chronic obstructive pulmonary
disease (28, 42, 68, 81). They are also increasingly linked to
invasive diseases such as meningitis and sepsis (66, 67, 74, 75).

NTHI disease occurs when bacteria adhere to and colonize/
invade epithelial cells in the respiratory tract or invade into
surrounding tissues. The initial interaction between NTHI bac-
teria and the host is the adherence to epithelial cells (72, 81).
Fibrillar appendages, called fimbriae and pili, promote and
enhance adherence to epithelial cells and nasal tissue by using
adhesins to bind to specific receptors on the host cell surface
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(28). Pili and fimbriae are present in many gram-negative bac-
teria, and besides adhesion they also perform other functions
such as aiding genetic transfer between bacteria (sex pili) and
generation of movement on surfaces via twitching motility
(28). Many of the genes encoding these structures appear to be
associated with mobile genetic elements and pathogenicity is-
lands (51). Subsequent steps associated with chronic infection
might include formation of microcolonies and ultimately a
biofilm (11, 26, 35).

H. influenzae lipooligosaccharides (LOS) are important for
colonization, bacterial persistence, and survival in the respira-
tory system. The interaction between bacteria and host cells is
influenced by LOS structure, which varies among strains and
also among bacterial cells within a strain. In H. influenzae, LOS
is comprised of an oligosaccharide, composed mainly of neu-
tral hexose and heptose sugars, linked via a single 2-keto-3-
deoxyoctulosonic acid to the membrane-anchoring lipid A
moiety (39). To the best of our knowledge, detailed informa-
tion about the LOS length distribution is not available for
NTHI bacteria. H. influenzae bacteria do not produce a true
poison or toxin (28). Disease results from the host cell’s re-
sponse to bacterial factors, particularly endotoxin (LOS) (28).

Recent evidence suggests that H. influenzae is capable of
forming mucosal biofilms in animals and human patients with
middle ear infections (26, 35). Biofilms are surface-attached
microbial communities with phenotypic and biochemical prop-
erties distinct from those of their free-swimming, planktonic
counterparts. Significantly, certain biofilms can develop anti-
biotic resistance up to 1,000-fold greater than planktonic cells
(21, 47).

Fimbriae of different strains of H. influenzae bacteria have
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been visualized in great detail using electron microscopy (EM),
particularly transmission EM (TEM) (10, 20, 33, 41, 52, 69). In
addition, their LOS composition has been extensively investi-
gated by electrophoretic and mass spectrometric methods (11,
15, 38, 39, 44). However, none of these studies has been carried
out under physiologically relevant conditions. Unlike EM,
atomic force microscopy (AFM) is able to operate in liquids
(13, 18, 22, 53, 76) and has been increasingly applied in micro-
biology to observe structural details of microbial cells (55,
57-59), study their elastic properties (6, 73, 78, 82, 83), probe
cell-surface interactions (2, 3, 30, 34, 46, 61, 77), and more
recently fingerprint individual molecules on the surface of mi-
crobial cells (23-25, 29).

In the present study, we employed AFM during the early
stages of NTHI biofilm formation to study morphological de-
tails as well as nanomechanical properties of two phenotypi-
cally and genetically distinct clinical strains (PittEE and
PittGG) with very different pathogenicity profiles (17, 37).

MATERIALS AND METHODS

Bacterial preparation. Two NTHI clinical strains (PittEE and PittGG) were
obtained from the Center for Genomic Sciences (Allegheny General Hospital;
Pittsburgh, PA) as frozen stock cultures in microcentrifuge tubes (17, 27, 37, 65).
Several agar plates of each strain were inoculated, incubated, harvested into
replicate 2-ml vials, and frozen at —70°C for future use as additional stock
cultures. Generally, H. influenzae cells were grown in BBL brain heart infusion
(BHI) medium (37 g/liter; Becton-Dickinson and Company, Sparks, MD) sup-
plemented with 10 ml per liter of hemin solution (1 mg/ml in 4% triethano-
lamine) and 200 pl per liter of B-NAD solution (10 mg/ml in double-distilled
H,0) under 5% CO, at 37 C in a NAPCO 6100 CO, incubator (Precision
Scientific, Chicago, IL). When agar plates were required, 12 g/liter granulated
agar (Fisher Scientific; Pittsburgh, PA) was added to the above medium.

Rotating-disk biofilm reactor. The spinning-disc biofilm reactor has been
described previously and is only briefly described here (56). The reactor system
consisted of a 1-liter beaker fitted with an effluent spout and a spinning rotor.
The rotor consisted of a star-head magnetic stir bar fitted with a Teflon and
neoprene disc which held six removable plugs. Mica discs (Ted Pella, Redding,
CA) were attached with epoxy to each of the removable rotor plugs. The reactor
system was filled with the appropriate medium and inoculated to a starting
optical density (440) of 0.02. The system was incubated at 37C for 2 h with no
spinning. The medium was then drained, and 120 ml of fresh prewarmed medium
was added. The system was then placed on a magnetic stir plate within the
incubator and set to 250 rpm. The reactor system was operated in a semi-batch
mode. The medium was drained at designated sampling intervals and fresh,
prewarmed medium was added.

The sample plug, with the attached mica disc, was removed from the neoprene
portion of the rotor using sterile forceps. Unattached cells were removed by
placing the plug with the attached mica disc in a petri dish with 30 ml of
phosphate-buffered saline buffer (8) and incubated at 37°C for 10 min with gentle
shaking. The buffer was replaced twice during 30 min of incubation. The sample
was then dried in a forced-air incubator at 37°C for 30 min. To remove residual
salt crystals, the sample was rinsed once with a dilute phosphate buffer (0.3 mM
KH,PO,, 2 mM MgCl, [pH 7.2]).

Sample preparation for AFM measurements in liquid. Si(100) wafers (Vir-
ginia Semiconductor, Inc., Fredericksburg, Virginia) were cut into small pieces
(area of ~0.5 by 0.5 cm?) and then cleaned by sonication for 15 min in three
separate solvents sequentially (acetone, propanol, and methanol; Sigma-Aldrich,
St. Louis, MO). This was followed by further cleaning in an ozone/UV chamber
(BioForce, Ames, IA) for 30 min. The cleaned silicon surfaces were functional-
ized with amine groups by exposure to 1% (vol/vol) aminopropyltriethoxysilane
(APTES) (Sigma-Aldrich) in 100% methanol for 5 min. The APTES-coated
wafers were rinsed three times in methanol for ~1 min each time and dried with
nitrogen gas. For cell attachment and immobilization, one drop of mid-exponen-
tial-phase cell suspension (4409, ~0.05) was placed on the amine-functionalized
silicon surfaces for ~2 h. The droplet was then decanted and replaced with 100
mM HEPES buffer (pH 7.4; Sigma-Aldrich, St. Louis, MO), before the sample
was placed on the AFM stage.
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AFM. All measurements were carried out with a Nanoscope III extended-
multimode atomic force microscope from Veeco (Santa Barbara, CA) with a
150- by 150-pm? “J” scanner, using NanoScope III software (version 5,12R3). A
multimode AFM liquid cell (Veeco) without an O-ring was used for measure-
ments in buffer solutions. Si;N, (and Si) AFM tips integrated with cantilevers
(Veeco) having nominal spring constants of 0.01 to 0.03 N/m (and 40 N/m) were
used for measurements in liquid (and air). Cantilever spring constants were
measured as described elsewhere (40, 45). Mechanical properties and unbinding
events were measured by acquiring point-by-point force-versus-distance curves
over 32-by-32 arrays (force-volume). Further details have been described else-
where (1, 4, 5, 9, 60). The sensitivity of the photodetector was calibrated by
acquiring force-versus-distance curves on clean regions of mica. The tip velocities
for the present measurements varied between 0.5 pm/s and 1 pm/s.

Custom MatLab (MathWorks, Natick, MA) routines were written for data
analysis. To obtain elasticity maps, force-versus-distance curves were trans-
formed into indentation curves using procedures described elsewhere (3-5, 9,
45). Briefly, the bacterial cell’s deformation (penetration depth of the tip), 8, was
obtained by subtracting the cantilever deflection from the displacement of the
piezo. These values were plotted along the x axis of the indentation curve. Forces
were calculated by multiplying the elastic constant of the cantilever by the
cantilever deflection. Subsequently, the stiffness for each indentation curve was
found by evaluating the derivative of the unloading force with respect to the
penetration depth. For data points outside the analyzed bacteria, the stiffness
exceeded threshold values, and consequently, a value of zero was assigned to the
stiffness in these regions.

Force-extension curves for analysis of unbinding events were obtained using
similar transformations to the piezo displacement and cantilever deflection as in
indentation curves. Statistical analysis of unbinding events was performed by first
identifying local minima in force-versus-distance curves and then evaluating
unbinding forces as described previously (3, 9). When unbinding events in a
force-extension curve were identified, each event of the curve was fitted to the
extended freely jointed chain (m-FJC) model (32, 43, 45, 48-50, 62) to analyze
the elasticity of the possible LOS molecule(s) being extended by the AFM tip. In
the m-FJC model, the extension (z) of the polymer is related to the force (F)
applied by the cantilever by z(F) = L.{coth[FL,/(kzT)] — kzT/(FL;)}[1 +
F/(L;k,)], where L, is the Kuhn length, L, is the contour length, coth is the
hyperbolic cotangent, &, is the segment elasticity, 7'is the temperature, and kj is
the Boltzmann constant. L, and L. were used as fitting parameters. The FJC
model is obtained from the m-FJC model when k; is infinite. A value of k, = 2.2
N/m was found suitable for the analyzed force-extension curves after allowing it
to vary between 1 and 100 N/m in several fitting attempts. Values of k; have been
reported to vary greatly for different polysccharides, depending on the specific
polysaccharide and solvent used (32). To discard events unlikely to originate
from the extension of LOS molecules, only Kuhn and contour lengths with L, >
0.09 nm and L. > 10 nm were considered in the results summarized in the
histograms. Events with a shorter L, were more likely to be due to several
molecules being stretched by the AFM tip, and events with a smaller L. were too
small to be considered LOS molecules.

RESULTS AND DISCUSSION

Imaging of biofilm growth. The formation of a stable, robust
NTHI biofilm was observed using the rotating-disk reactor
(Fig. 1). The coccobacillus-shaped H. influenzae bacteria were
clearly visible in the AFM images after a few hours of incuba-
tion (Fig. 1A). The number of attached cells consistently and
steadily increased with time (Fig. 1B to E). In contrast, biofilms
grown without the shear applied in the rotating-disc biofilm
reactor usually reorganized or detached during rinsing and
thus produced inconsistent AFM images. These results are
consistent with earlier reports that demonstrated biofilms were
more strongly attached and were cohesively stronger when
grown under shear stress (63, 70). As the number of attached
bacteria increased, extracellular polymeric substances (EPS)
were observed as halo-like features (Fig. 1B to D). These were
principally seen in the vicinity of bacteria, thus supporting the
bacterial origin of these features. Furthermore, the surface



2514 ARCE ET AL.

t=2 hrs

3 &

area occupied by EPS increased as the biofilm expanded on the
surface (Fig. 1B and C).

AFM phase images showed distinctive phase contrast of EPS
with respect to bacteria and substratum (Fig. 1D), indicating
different viscoelastic properties of the EPS structure. Higher-
magnification AFM images revealed a granular structure for
the observed EPS (inset in Fig. 1D and E), in agreement with
previous work on Pseudomonas putida and Pseudomonas
aeruginosa biofilms (7, 12, 36). While the dimensions of the
grains ranged from approximately 5 to 40 nm, as determined by
their height, the measured widths were larger (approximately
hundreds of nanometers) due to tip convolution. The granular
structure of EPS is evident from the isolated grains (Fig. 1E),
but as the grains grow, the EPS morphology becomes gradually
amorphous and continuous. Figure 1E suggests a mechanism
in which bacteria release EPS in small discrete amounts and
form the more familiar amorphous continuous masses as
grains coalesce. NTHI bacteria residing in biofilms are known
to release copious amounts of EPS as demonstrated by scan-
ning EM (SEM) imaging (26, 80). The EPS usually appeared
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FIG. 1. (A to C) Twenty-five- by 25-um? height-tapping-mode AFM images of NTHI (PittGG strain) biofilms grown in a rotating-disk biofilm
reactor acquired at different stages of growth. For clarity, white circles and arrows are used to emphasize bacteria and EPS, respectively. (D to E)
Phase-tapping-mode AFM images provide more detail for the EPS features shown above. The amplitude-tapping mode AFM image shown in the

inset of panel D and the phase image in panel E display granular features with diameters of ~30 nm. Red arrows highlight the granular structure
of EPS from isolated grains. All images were obtained in air.

as a large amorphous mass in the SEM studies, as mature
biofilms were primarily investigated. However, similar granular
features were observed in immature biofilms (80).

While the PittGG cells (17, 27, 37, 65) were ~25% longer
than the PittEE cells, PittEE cells were wider and higher by
14% and 19%, respectively (Table 1). This difference in size
produces a 15% larger contact area between PittGG cells and
a substratum such as host cells. This observation is of interest
as the PittGG strain is far more invasive and virulent than the
PittEE strain. PittGG was isolated from a patient with a spon-
taneously perforated tympanic membrane associated with
otorrhea, whereas the PittEE strain was isolated from a patient
with chronic OM with effusion at the time of myringotomy and
tympanostomy and tube placement. Similarly, in the chinchilla
model of OM, PittGG was universally associated with systemic
spread and induced 100% mortality, but none of the PittEE-
infected cohort showed infection beyond the tympanic bullae,
and all survived.

Characterization of biofilms under physiologically relevant
conditions. (i) Morphology. Biofilms of NTHI bacteria that
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TABLE 1. Average sizes of PittGG and PittEE cells

NTHI strain Length (nm) Width (nm) Height (nm) Aggﬁorc;l:%ied Lengr;l;{:)«idth bI;Ié)fe‘r)ifa
PittGG 1,936 = 858 757 = 146 211 = 58 1.47 £ 0.93 2.54 = 0.86 20
PittEE 1,425 * 265 881 * 242 255 = 67 1.26 = 0.58 1.76 = 0.39 12

“ Cross-sectional area occupied by a bacterium.

had never been dehydrated were prepared on APTES-modi-
fied silicon surfaces and imaged in HEPES solutions (Fig. 2).
For these biofilms, we observed similar EPS and bacterial
morphological features to those of the air-dried samples. The
coccobacillus shape of the bacteria and the granular structure
of EPS seen in air (Fig. 2A) were also observed in aqueous
solutions (Fig. 2B). Furthermore, cellular scar-like features
likely representing the fission plate of the previous division
cycle were found on individual bacteria imaged in air (Fig. 2C)
or in liquid (Fig. 2D and E).

AFM images obtained in aqueous solutions showed (Fig. 3)
smoother bacterial surfaces than those imaged in air (Fig. 1E).
Significantly, bacterial appendages became apparent for bio-
films formed from the PittGG strain. These appendages were
faintly visible as filamentous structures (Fig. 3A) and were
more clearly observed in phase-tapping-mode images (Fig. 3B)

(31, 71), but also became visible in height contact mode (Fig.
3C and D). The appendages appeared to be partially embed-
ded in EPS grains, which produced difficulties in visualizing
them clearly (Fig. 3C and D). Their measured lengths were
~500 to 1,000 nm, and their diameters were ~5 nm.

These PittGG-specific structures are most likely pili and
were not observed on the PittEE bacteria. Interestingly, the
genomes of both PittGG and PittEE have been completely
sequenced and they differ by the possession or absence of 339
orthologous gene clusters (37); however, the Hif locus, in-
serted between purE and pepN genes in the PittGG genome, is
the only annotated locus that could encode such structures.
The Hif-type pili are distinct from the larger type IV pili
encoded by some NTHI strains associated with mating, DNA
transfer, and twitching motility (10, 41) and have been widely
associated with virulence (51); neither PittGG nor PittEE con-

FIG. 2. (A) Granular EPS features of NTHI biofilm cultures observed in air. (B) Similar results were obtained in HEPES buffer with samples
that were not allowed to dry before images were acquired. Cellular scar-like features (marked with white arrows) seen in the body of single bacteria
in air (C) were also observed in aqueous solutions (D and E), although not as clearly. The image in panel D shows a magnified view of the region
marked in panel E to illustrate the scar-like feature with more clarity. Images in panels C and D are displayed in the mixed-height/illumination

mode to highlight details.
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FIG. 3. (A) Filamentous structures (marked with arrows), thought to be Hif-type pili, were identified for the PittGG strain in phase-tapping-

mode images. (B) A higher-magnification image of single bacteria displays some of those appendages with more clarity. Green arrows are used
as an aid to locate the pili also found in panel A. (C and D) Height images (acquired in contact mode) and cross-sections acquired inside the
regions marked by the green squares in panel B. The pilus protrudes only ~2 nm above the underlying surface, and it appears to be partially buried
inside EPS particles on the surface. Its width is ~5 nm, after tip broadening is taken into account (79). All images were obtained in HEPES buffer.

tains the genes that encode the type IV pili. Thus, this struc-
tural difference between the two strains combined with the
supporting genomic data likely plays a role in the demon-
strated increased levels of virulence displayed by PittGG com-
pared to PittEE.

(ii) Elasticity of NTHI bacteria. Elasticity maps (Fig. 4A)
revealed stiffness (§) values of ~0.01 to 0.05 N/m (Fig. 4 and
Table 2) for the cell walls of NTHI bacteria in 100 mM HEPES
buffer. Indentation curves on NTHI cells were generally re-
versible (Fig. 4B), thus showing an elastic response of the
NTHI bacteria to the penetrating AFM tip up to the highest
loads (~0.5 nN) used in our experiments. In the few cases
when plastic deformation occurred, this was indicated by a
small hysteresis (<20 nm) in the indentation curves. The elas-
tic deformation, 8, of the NTHI bacteria (i.e., indentation
depth of the tip) was typically ~20 to 30 nm for the maximum
pressures exerted (~0.1 to 1 to 1 MPa). For comparison, stiff-
ness values were 3 to 4 orders of magnitude higher for bacteria

analyzed in air, thus indicating their considerable hardening,
likely due to dehydration.

Following previous work by Boulbitch et al. (6, 16), we
modeled NTHI bacteria as a thin elastic cylindrical shell de-
formed locally by the AFM tip. To analyze the total force (F =
F, + F,) acting against the AFM cantilever, two contributions,
F, and F,, were taken into account (6). One of them, F,,
originates from the turgor pressure, p, acting against the cell
wall, and the second, F,, stems from the lateral rigidity of the
cell wall provided primarily by the covalent bonds that bind the
thin peptidoglycan layer (~1 to 7 nm thick for gram-negative
bacteria) (6, 19, 81). Since F,, << F, (6, 19), the primary con-
tribution to the total force originates from the turgor pressure
and this can be determined by the relation P = 25/(3wR¢),
where R = (W/2, ~400 nm) (Table 1) is the radius of the
analyzed NTHI bacteria, W is the width, and ¢ = ¢(p/d) is a
geometric factor that depends on the ratio between p, the
contact radius of the cantilever tip with the bacterial envelope,
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FIG. 4. (A) Representative stiffness map of an individual PittGG
bacterium obtained from an array of 32 X 32 indentation curves. At
each point of the array, the stiffness () was determined from the slope
of the indentation curve (B) evaluated at a load of ~0.5 nN. A similar
measurement was performed on an individual PittEE cell using the
same AFM cantilever cleaned after the first use. A total of n = 250
data points (105 for PittEE) of the stiffness map corresponded to the
PittGG cell. Since stiffness values of the silicon substratum are several
orders of magnitude larger than those for the bacterium, they were set
to zero for figure clarity. (C and D) Histograms of stiffness values for
the individual PittGG (C) and PittEE (D) cells described in panel A.
Dashed lines are Gaussian fits to the distributions. Stiffness values
refer to the center of the Gaussian curves = their half-width at half-
maximum. Values of 0.034 * 0.014 N/m and 0.054 = 0.013 N/m,
respectively, were determined for these PittGG and PittEE cells. Stiff-
ness values obtained for nine and eight different cells of the PittGG
and PittEE strains, respectively, are presented in Table 2 and do not
differ significantly from the values found for these cells. All data were
acquired in 100 mM HEPES buffer.

and d, the lateral cutoff distance from the tip at which the
normal deformation of the membrane vanishes (6). Assuming
the same value ¢ ~ 0.2 for the geometric factor as in reference
6 and using S given in Table 2, turgor pressures of 0.093 =
0.040 MPa and 0.141 = 0.045 MPa are found for the PittGG

TABLE 2. Stiffness, unbinding forces, Kuhn lengths, and contour
lengths for several NTHI cells”

No. of
NTHL ¢ (N/m) F,(N)  L,(m) L (m)  cells
strain
analyzed
PittGG  0.035 £0.015 0.051 £0.013 02=*0.1 425=*=172 9
PittEE  0.053 +0.017 0.054 +£0.027 02+0.1 368+92 8

“S,F,, L, and L, indicate stiffness, unbinding force, Kuhn length, and contour
length, respectively, for the number of cells analyzed. Means * standard errors
of the mean are shown. Results include data collected for groups of bacterial
cells in a single measurement. Three different AFM tips with a nominal spring
constant (k = 0.01 N/m) were used.
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FIG. 5. (A to D) Examples of force-extension curves acquired on
surfaces of NTHI bacteria in HEPES buffer. The dashed lines are
approach curves as the AFM tip moves toward a bacterial cell, and the
solid lines correspond to retraction curves as the tip moves back to its
original position. The zero position in the x axis corresponds approx-
imately to the point of contact between the tip and the cell’s surface.
The unbinding events, marked by peaks in the retraction curves, are
attributed to LOS and extracellular polymers on the cell surface being
extended by the tip. (E) Percentage of curves that displayed single or
multiple unbinding events acquired on two individual PittGG and
PittEE cells. Forty-six percent (42%) of the total number of curves
acquired on the PittGG (PittEE) cell had events. Single events were
observed more frequently than multiple unbinding events in the
curves. Data for both strains were collected using the same AFM tip,
which was cleaned with organic solvents (acetone and methanol) and
in an ozone chamber after the first use. (F) Histograms for the distri-
bution of unbinding forces between the AFM tip and cell surface
polymers for the same NTHI cells as in panel E. For these individual
cells, larger unbinding forces were obtained for PittEE (0.091 = 0.043
nN) than for PittGG (0.049 + 0.042 nN). However, after results for
several cells of each strain were analyzed, values of ~0.05 nN were
found for both strains (Table 2).

and PittEE strains, respectively (Fig. 4). This correlates rea-
sonably well with published values, considering that turgor
pressures commonly encountered in gram-negative bacteria
range from 0.08 to 0.5 MPa (81) and that these can be up to 1
order of magnitude smaller in medium than in distilled water
(82).

(iii) Elasticity of LOS. We employed force-extension curves
to characterize the extension of polymers on the surface of
NTHI cells as a result of the force measured during cantilever
retraction from the cell’s surface. These curves are marked by
characteristic unbinding or rupture events between polymers
and the AFM tip. Figure 5A to D display different examples of
the force-extension curves obtained on the surface of bacterial
cells. Approximately 46% and 42% of force-extension curves
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FIG. 6. (A and B) Analysis of four possible single-molecule events found in force-extension curves acquired on surfaces of PittGG (A) and
PittEE (B) cells in HEPES buffer. The plotted curves are sections of force-extension curves similar to those shown in Fig. 5A to D. Curves 3 and
4 for each strain correspond to different unbinding events observed in the same original force-extension curve, while curves 1 and 2 originate from
different force-extension curves with single events. Data points (symbols) were fitted to curves (solid lines) generated using the m-FJC model. The
Kuhn length (L,) and contour length (L,) for the LOS molecules extended by the AFM tip were determined from this analysis. These values are
tabulated in Table 3. (C and D) Statistical distributions for all Kuhn and contour lengths of possible single LOS molecule unbinding events found
in the curves collected on individual NTHI cells. A total of 64 (18 for PittEE) possible events were found on the PittGG cell. Data were acquired
with the same AFM tip for both strains, as described in the legend to Fig. 5. Results obtained with nine (eight for PittEE) different PittGG cells
(Table 2) did not differ significantly from the values obtained from these distributions.

on cells of PittGG and PittEE strains, respectively, exhibited
unbinding events. In both cases, the majority of events origi-
nated from a single event per curve (Fig. 5SE). The percentage
of events per curve was slightly lower for PittEE cells, but
unbinding force values were in general comparable for both
strains (Fig. 5SF and Table 2). These unbinding forces are lower
than the nN range forces reported for Myxococcus xanthus
bacteria and diatoms (3, 55). Similarly, the polymer extensions
discussed below are also lower than the wm range extensions
reported in those studies.

To examine whether these events could possibly originate
from stretching of single LOS or EPS molecules, we fitted each
unbinding event to the m-FJC model and restricted our anal-
ysis to those events obtained on the surface of bacterial cells
(Fig. 6A and B). The Kuhn length distributions (Fig. 6C and
Table 2) are similar for both strains, and their global maxima
lie between 0.1 nm and 0.2 nm. The contour length distribu-
tions reveal a larger percentage of events with lengths in the
20- to 60-nm range (Fig. 6D and Table 2), which suggests a
larger population of polymers with short chains. Because of
their short saccharide chains, the lipopolysaccharides (LPS) of

H. influenzae are often referred to as LOS (28) and accord-
ingly, the smaller and more frequently observed single events
are tentatively attributed to LOS, while the events with larger
extensions and unbinding forces (Fig. 5C and D) are attributed
to extracellular polymers. In spite of the restrictions set by the
values of Kuhn and contour lengths, both distributions may
still be influenced by events, in which the LOS/EPS polymers
are only partially elongated, thus making it difficult to attribute

TABLE 3. Kuhn and contour lengths for the four possible single-
molecule events in Fig. 6A and B*

Curve PittGG PittEE
no. L, (nm) L. (nm) L, (nm) L. (nm)
1 0.15 21 0.17 37
2 0.14 34 0.35 65
3 0.14 51 0.25 42
4 0.2 82 0.36 76

“ L, and L, indicate the Kuhn length and contour length for the force exten-
sion curves and their corresponding m-FJC fits displayed in Fig. 6.
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all events with small contour lengths entirely to LOS chains.
Significantly, TEM images of samples prepared by the freeze-
substitution technique for another gram-negative opportunis-
tic pathogen, Pseudomonas aeruginosa (PAO1), have shown
that the O-side chains of B-band LPS can extend up to 40 nm
from the outer membrane (14). The reasonable agreement
between these values and those observed in the contour length
distributions; suggest that, at least in some cases, single LOS
molecules were getting pulled by the AFM tip.

Conclusions. We have applied AFM to study structural de-
tails under physiologically relevant conditions at resolutions
comparable to those of EM of two different NTHI clinical
isolates with vastly different pathogenicity profiles. Using tap-
ping-mode phase imaging, we visualized appendages believed
to be Hif-type pili in the PittGG strain and correlated their
presence with the corresponding genes and higher pathogenic-
ity associated with this strain compared with the PittEE strain
17).

By monitoring biofilm formation at its early stages, we ob-
served the formation of granular structures of extracellular
polymers, followed by their subsequent aggregation to form
larger amorphous masses. AFM-based single-molecule spec-
troscopy allowed the characterization of NTHI LOS through
force-extension curves. The contour length distributions cor-
related with the expected lengths of LPS observed with TEM
for PAO1 bacteria (14). Finally, by measuring the stiffness of
single bacterial cells, we determined the turgor pressure of
NTHI bacteria and found slightly larger values for the PittEE
strain.
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