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A B S T R A C T   

The biofilm state is the preferred lifestyle of bacteria in nature. Within a biofilm, the resident bacteria are 
protected from environmental stresses, antibiotics and other antimicrobials, including those due to multiple 
immune effectors of their host during conditions of disease. Thereby, biofilms contribute significantly to path
ogenicity, recalcitrance to clearance and chronicity/recurrence of bacterial diseases, including diseases of the 
respiratory tract. In the absence of highly effective, biofilm-targeted therapeutics, antibiotics are commonly 
prescribed to attempt to treat these diseases, however, in light of the canonical resistance of biofilm-resident 
bacteria to antibiotic-mediated killing, this ineffectual practice often fails to resolve the diseased condition 
and contributes significantly to the global threat of rising antimicrobial resistance. 

Nontypeable Haemophilus influenzae is a common respiratory tract disease co-pathogen, often present in 
partnership with other airway pathogens. Herein we aspired to determine whether either of two monoclonal 
antibodies we developed, one specific for NTHI [directed against the majority subunit (PilA) of the type IV pilus 
(T4P) of NTHI] and the other able to act agnostically on all bacteria tested to date (directed against a structural 
protein of the biofilm matrix, a DNABII protein), were able to disrupt 2-genera biofilms wherein NTHI co- 
partnered with another respiratory tract pathogen. These monoclonals were tested singly as well as when 
within an antibody cocktail. 

The monoclonal directed against the NTHI antigen PilA was only effective on single species NTHI biofilms and 
not on single species biofilms formed by other unrelated species. However, when NTHI co-partnered with any of 
5 respiratory tract pathogens tested here (Burkholderia cenocepacia, Staphylococcus aureus, Pseudomonas aerugi
nosa, Streptococcus pneumoniae or Moraxella catarrhalis), this exclusively NTHI-directed monoclonal was able to 
disrupt these 2-genera biofilms. Conversely, the monoclonal antibody directed against protective epitopes of a 
DNABII protein, significantly disrupted all single species and 2-genera biofilms, which reflected the universal 
presence of this structural protein in all tested biofilm matrices. However, greatest release of both pathogens 
from a 2-genera biofilm was uniformly achieved by incubation with a 1:1 cocktail of both monoclonals. These 
data support the use of an approach wherein patients with respiratory tract disease could be treated with a 
therapeutic monoclonal antibody cocktail to release NTHI and its common co-pathogens from the protective 
biofilm to be killed by either traditional antibiotics and/or host immune effectors.   

1. Introduction 

Biofilms are increasingly recognized as major contributors to the 
pathogenicity, recurrence, chronicity and recalcitrance-to-treatment of 
respiratory tract infections, as well as many other diseases beyond the 

airway [4,5,15,16,21,36,47,71]. Bacteria resident within a biofilm are 
canonically highly resistant to antibiotic-mediated killing and overall 
antimicrobial resistance (AMR), which is often to multiple classes of 
antibiotics. AMR is an urgent and rapidly increasing worldwide public 
health problem responsible for over 2.8 million infections and more than 
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35,000 deaths annually in the United States alone [2], whereas the 
global burden of AMR is far greater with at least 700,000 deaths globally 
per year, a number expected to increase to 10 million deaths globally per 
year by 2050) [48]. Socioeconomically, biofilm diseases present a 
burden to the U.S. economy that is estimated to be $20-$55 billion per 
year [68] and is anticipated to cost between $300 billion to $1 trillion 
globally by 2050 [11,57]. 

While the definition of a biofilm continues to evolve, it is widely 
accepted that these are communities of bacteria encased in a polymeric 
matrix that protects resident bacteria from both antibiotics and host 
immune effectors, amongst many other stressors and potential means of 
eradication [1,46,63,65,66,71,73]. The biofilm matrix is highly variable 
but commonly comprised of proteins, carbohydrates, and extracellular 
DNA (eDNA). Whereas much elegant work to characterize single-species 
biofilms has been conducted and has contributed significantly to our 
understanding of both biofilm biology and the role of biofilms in disease, 
it is increasingly evident that biofilms present within sites of chronic and 
recurrent diseases are typically comprised of multiple species and/or 
several genera of bacteria. 

Chronic and recurrent diseases of the airway wherein biofilms play 
an important role include chronic obstructive pulmonary disease 
(COPD), otitis media (OM), chronic rhinosinusitis (CRS), and cystic 
fibrosis (CF). Importantly, these biofilms are indeed often polymicrobial, 
however commonly nontypeable Haemophilus influenzae (NTHI) is 
identified as either a primary or secondary co-pathogen of the disease 
course [8,21,28,38,41,58,59,72]. The role of NTHI as a predominant 
contributor to multiple upper and lower respiratory tract infections is 
evidenced by its’ co-culture from disease sites along with numerous 
other bacterial genera that include Streptococcus pneumoniae, Moraxella 
catarrhalis, Pseudomonas aeruginosa, Staphylococcus aureus and Bur
kholderia cenocepacia [12,23,33,34,41,47,62,67,69,71]. 

The combination of the: 1) propensity for all bacteria in nature to 
reside within a biofilm; 2) role of bacterial biofilms in chronic and 
recurrent diseases; 3) inherent resistance of biofilm-resident bacteria to 
antimicrobials; 4) global incidence of AMR, 5) our limited repertoire of 
effective biofilm-mediated disease treatment or prevention strategies to 
date and 6) the polymicrobial nature of biofilms within sites of chronic/ 
recurrent bacterial disease, mandates development of novel approaches. 
Herein, whereas we too have conducted many evaluations of single- 
species biofilms to date, we now begin to ascertain our ability to 
disrupt polymicrobial biofilms. In this study, we evaluated our ability to 
disrupt 2-genera biofilms wherein NTHI is resident along with another 
clinically important respiratory tract pathogen. To do so, we use two 
distinct monoclonal antibodies, both singly and when combined in a 1:1 
cocktail, to determine their relative abilities to disrupt single-species 
and 2-genera biofilms. The first monoclonal antibody targets the ma
jority subunit of the type IV twitching pilus of NTHI [52], and thus could 
be expected to directly act only upon this member of any 2-genera 
biofilm. The second monoclonal antibody targets a universal structural 
element of the biofilm matrix, protective epitopes of the two bacterial 
DNA-binding proteins of the DNABII family [10], which we’ve shown is 
capable of disrupting biofilms formed by diverse pathogens of 23 genera 
tested to date [10,18,26,45,53,60]. 

We hypothesize that the relative effectiveness of the two monoclonal 
antibodies, or a cocktail of both, will be dictated by not only the mo
lecular targets of these antibodies, but also by the spatial relationships 
between NTHI and each of the five additional airway pathogens selected 
for assay when they are allowed to form a 2-genera biofilm in vitro. Here 
we test the potential for these distinctly directed monoclonal antibodies 
to work additively or synergistically as we continue our efforts to opti
mize development of a novel therapeutic approach for diseases of the 
respiratory tract wherein NTHI commonly contributes to the disease 
course. 

2. Materials and methods 

2.1. Respiratory tract pathogens 

Bacterial pathogens used, their source and appropriate growth me
dium are listed in Table 1. For this study, we chose Staphylococcus 
aureus, Burkholderia cenocepacia, Streptococcus pneumoniae, Pseudomonas 
aeruginosa and Moraxella catarrhalis as co-partners for NTHI due to their 
predominance as airway disease co-pathogens. 

To conduct studies of 2-genera biofilms wherein NTHI was one of the 
co-pathogens, we first needed to determine the optimal ratios of each 
species to inoculate into our assay system that would allow NTHI to 
survive as well within a 2-genera biofilm as it would within an NTHI 
single species biofilm when recovered under the same conditions of 
testing [e.g. biofilm age, treatment duration]. This was important as 
whereas one monoclonal targets NTHI specifically, the other is species- 
agnostic; thereby to be able to assay for any potential additive and/or 
synergistic effectiveness when the antibodies were tested at one uni
versal dose either singly or as part of a 1:1 cocktail, we needed to be able 
to control the relative contribution of NTHI to any 2-genera biofilm. 

Bacteria were grown from frozen stocks on appropriate agar 
(Table 1) at 37◦C, in a humidified atmosphere of 5% CO2 for 16-20 h. 
One or 2 well-isolated colonies were then picked, suspended in BHI 
supplemented with 2 μg each of heme and β-NAD per ml (sBHI), then 
adjusted to achieve the appropriate concentration for each strain in a 
100 μl volume. Prior to initiating this study, we empirically tested 
various ratios of each species in combination with NTHI to pre- 
determine the inoculum of each to admix and allow to form a 2-genera 
biofilm wherein we could recover approximately 4.5E7-7E7 NTHI from 
control wells that contained sterile sBHI only. These inoculum ratios of 
NTHI:co-partnered pathogen varied between 1:3 when NTHI formed a 
biofilm with M. catarrhalis to 2E7:1 when NTHI formed a biofilm with 
P. aeruginosa (Table 2). 

2.2. Biofilm formation 

One hundred microliters of each bacterial suspension were added to 
wells of an 8-well chambered coverglass (Fisher Scientific), either alone 
or in combination. To maintain equivalent volumes in each chamber, 
100 μl sBHI was added to any well that contained a single species, so that 
all wells contained 200 μl total final volume prior to incubation. 
Chambered coverglasses were incubated at 37◦C, 5% CO2 for 24 h to 
permit biofilm formation. For the study of NTHI co-partnered with 
P. aeruginosa, each single species biofilm, as well as these 2-genera 

Table 1 
Bacterial strains used in this study.  

Bacterial Strains 
Used 

Strain Agar Source 

Nontypeable 
Haemophilus 
influenzae 

86-028NP Chocolate 
agar 

Pediatric otitis media 
patient 
Sirakova et. al. [64]. 

Staphylococcus aureus 29213 Tryptic Soy 
agar 

ATCC 

Burkholderia 
cenocepacia 

K56-2 Luria- 
Bertani agar 

Mahenthiralingam et al. 
[37] 

Streptococcus 
pneumoniae 

1121 TSA II + 5% 
sheep blood 

McCool et. al. [42] 

Pseudomonas 
aeruginosa 

142–1 Tryptic Soy 
agar 

University of South Texas 

Moraxella catarrhalis 7169 BHI agar Luke et. al. [35]. 
Nontypeable 

Haemophilus 
influenzae GFP 
reporter 

86-028NP/ 
pRSM2211 

Chocolate 
agar 

Mason et. al. [40] 

Pseudomonas 
aeruginosa 
mCherry reporter 

PAO1/ 
pCJ5.2 

Tryptic Soy 
agar 

Gift from Daniel J 
Wozniak Ph.D. 
(unpublished to date)  
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biofilms, were incubated for only 16 h because P. aeruginosa would 
outgrow any size tested inoculum of NTHI by 24 h in this assay system. 

2.3. Biofilm disruption assay 

Murine monoclonal antibodies directed against either recombinant, 
soluble PilA (α-rsPilA) [31,43,44,49,50], or one directed against a 
chimeric synthetic peptide designed to mimic the protective epitopes of 
the alpha- and beta-subunits of the DNABII protein IHF (α-DNABII) [55], 
were diluted in sBHI, then pre-warmed to 37◦C. Medium was removed 
from wells prior to a gentle wash with 200 μl of sterile sBHI to remove 
non-biofilm resident bacteria. Two hundred microliters of each antibody 
(to deliver 2.5 μg) or a 1:1 cocktail of both (to deliver 2.5 μg of each 
antibody) was added and the chambered coverglasses were returned to 
the 37◦C, 5% CO2 incubator for 2 h. Due to the very unique spatial 
relationship between NTHI + M. catarrhalis within a 2-genera biofilm as 
we described previously [44], these cultures were incubated for up to 16 
h after addition of the monoclonal antibodies. 

2.4. Collection of bacteria newly released from biofilm-residence (NRel) 
by the action of the monoclonal antibodies 

To collect bacteria that had been newly released from biofilm resi
dence (NRel) by either α-rsPilA or α-DNABII, we used a previously 
described methodology [32,45]. Briefly, 150 μl of the antibody and 
NRel-containing medium was carefully removed from the well so as not 
to disturb any remaining biofilm. Then, 200 μl of sterile DPBS was 
slowly added to facilitate recovery of any remaining NRel (wash). 150 ul 
of the DPBS wash was combined with the recovered 
antibody/NRel-containing medium to generate the final NRel suspen
sion. As a control, the same process was used to collect bacteria present 
in the medium above biofilms when treated with sBHI only. These final 
suspensions were gently sonicated (2.8L Ultrasonic bath, FisherSci) for 
2 min to dissociate any aggregated bacteria prior to serially dilution and 
plating on to appropriate agar to calculate the relative disruptive 
capability of each antibody for single species and 2-genera biofilms. 
Each assay was conducted a minimum of 3 times with assays run on 
separate days. 

2.5. Validation of biofilm disruption by CSLM imaging 

Following treatments and recovery of NRel as described above, re
sidual biofilms were stained with BacLightTM Bacterial Viability Kit 
(Molecular Probes, Eugene OR) according to manufacturer’s protocol, 
and fixed in a solution of 1.6% paraformaldehyde, 2.5% glutaraldehyde 
and 4.0% acetic acid in 0.1 M phosphate buffer. Wells were viewed by 
confocal scanning laser microscopy (CSLM) on a Zeiss LSM 800 confocal 
microscope, and images were rendered with Zeiss Zen software. Biofilm 
biomass was calculated by COMSTAT2 analysis. Each assay was 
repeated three times on separate days. 

2.6. Examination of biofilm architecture and spatial relationships of 
single species and 2-genera biofilms by scanning electron microscopy 
(SEM) 

For all single species biofilms, as well as any 2-genera biofilms 
wherein each pathogen had a distinct cellular morphology, we deter
mined biofilm architecture and spatial relationships by SEM, as we could 
easily identify each pathogen visually. As such, single species and 2- 
genera biofilms were allowed to form as described above in 8-well 
chambered coverglass culture vessel into which a sterile 12 mm glass 
coverslip had been inserted prior to incubation. Biofilms were allowed to 
form for 16 h prior to overnight fixation at 4◦C in 2.5% glutaraldehyde 
(Electron Microscopy Sciences, Hatfield, Pa) in 0.1 M phosphate buffer 
pH 7.4. Sixteen hours was chosen as the incubation period for all SEM 
imaging to allow ready discrimination of each bacterium and their 
relationship to each other before increased biofilm density obscured this 
detail. Samples were post-fixed with 1% osmium tetroxide in 0.1 M 
phosphate buffer, pH 7.2 (Electron Microscopy Sciences), dehydrated 
slowly through a series of graded ethanol solutions, then dried overnight 
using hexamethyldisilazane (HMDS) (Electron Microscopy Sciences). 
Coverslips were mounted onto 15 mm aluminum stubs, sealed with 
colloidal silver (Electron Microscopy Sciences) and air dried. Dried stubs 
were sputter coated with 2 nm gold/palladium and imaged using a 
Hitachi S-4800 SEM/TEM. 

2.7. Examination of biofilm architecture and spatial relationships of 
single species and 2-genera biofilms by confocal microscopy 

For those 2-genera biofilms wherein both pathogens were Gram 
negative rods, we relied upon use of CSLM and one reporter isolate to 
discriminate biofilm architecture and spatial relationships. To this end, 
selected single species and 2-genera biofilms were allowed to form in 8- 
well chambered coverglass as described, a P. aeruginosa PAO1 reporter 
that incorporated an mCherry-expressing plasmid pCJ5.2 and NTHI 
#86-028NP which expresses GFP under the control of the ompP2 pro
moter [40] were used. After 16 h, biofilms were gently washed with 
DPBS to remove non-adherent bacteria, fixed with 1.6% para
formaldehyde, 2.5% glutaraldehyde, 4% acetic acid in 0.1 M phosphate 
buffer, pH 7.4, [19,32,43,53,55], then imaged with a Zeiss 800 CLSM. 
To calculate co-localization in the CLSM images, a multi-step process 
with BiofilmQ v0.2.2 [20,29] was used. Briefly, each Z-stack was sub
jected to image preparation, then segmentation which involved sepa
ration using an intensity threshold filter to isolate individual bacteria 
followed by object declumping by cube segmentation (26 vox or 1.11 μ 
m) and finally parameter calculation to determine 3-D overlap. This 
feature quantifies the volume overlap or co-localization of two fluores
cent channels in a given space. 

2.8. Statistical analysis 

Two-way ANOVA models were used to assess the effect of α-rsPilA 
and α-DNABII on single species or 2-genera biofilms. P-values were 
adjusted for multiple comparisons where appropriate, using the Tukey 
method and those wherein a p-value of ≤0.05 were considered statisti
cally significant. Statistical analyses were completed using GraphPad 

Table 2 
Ratio of inocula used in NTHI : co-pathogen 2-genera biofilms.  

NTHI Inoculum (cfu/ 
well) 

Co-Pathogen Inoculum (cfu/ 
well) 

Ratio NTHI: Co- 
Pathogen 

Age of Biofilm at 
Treatment 

Treatment 
Duration 

Mean cfu NTHI Recovered from 
sBHI Wells 

NTHI 2.00E+04 S. aureus 2.50E+03 8 : 1 24 h 2 h 4.4e7 
NTHI 2.00E+04 B. cenocepacia 6.00E+03 3 : 1 24 h 2 h 4.9e7 
NTHI 1.50E+08 S. pneumoniae 5.00E+04 3E3 : 1 24 h 2 h 4.5e7 
NTHI 1.00E+08 P. aeruginosa 5 2E7 : 1 16 h 2 h 7e7 
NTHI 2.00E+04 M. catarrhalis 6.00E+04 1 : 3 24 h 16 h 1.8e8  
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Prism, version 9 (GraphPad Software, San Diego, California). 

3. Results 

3.1. SEM or CSLM imaging of single species and 2-genera biofilms 

To determine how each of the 5 respiratory tract pathogens was 
interacting, or not, with NTHI when they formed a 2-genera biofilm, we 
imaged each single species and 2-genera biofilm when formed at the 
concentration used to inoculate a 2-genera biofilm (Table 2). However, 
as mentioned, due to the fact that by 24 h, all biofilms were too dense to 
readily discern each pathogen, these were imaged at 16 h. Representa
tive images of each single species and 2-genera biofilm at 16 h are shown 
in Fig. 1&2. 

By cellular morphology, we were able to readily distinguish NTHI 
from either S. aureus, S. pneumoniae or M. catarrhalis by SEM. As such, we 

pseudocolored each pathogen to better illustrate their spatial relation
ship with NTHI within 2-genera biofilms. When grown as a single species 
for 16 h, both NTHI (regardless of the starting inoculum) and S. aureus 
were typically organized in clusters, some denser than others 
(Fig. 1A&B), whereas S. pneumoniae appeared in small clusters of 
diplococci (Fig. 1D), and M. catarrhalis was arranged exclusively in 
dense spherical aggregates (Fig. 1F), as we have reported previously 
[44]. When identical inocula of both species were used for 2-genera 
biofilms, we observed that S. aureus and NTHI did not form separate 
biofilm structures and instead were intermingled (Fig. 1C), as were 
NTHI and S. pneumoniae when co-partnered (Fig. 1E). Interestingly 
however, when S. pneumoniae formed a biofilm with NTHI, it appeared 
to adopt a nearly exclusively long chain morphology instead of the 
traditional diplococcus morphology we observed in S. pneumoniae single 
species biofilms (see Fig. 1D). When co-partnered with M. catarrhalis, 
NTHI densely surrounded M. catarrhalis biofilm structures and grew up 

Fig. 1. Scanning electron micrographs of 16 h 
biofilms formed by NTHI, S. aureus, M. catarrhalis, 
and S. pneumoniae either as a single species biofilm 
or within a 2-genera biofilm. Panel A - 16 h NTHI 
biofilm pseudo-colored green. Panel B - 16 h 
S. aureus biofilm pseudo-colored gold. Panel C - 16 
h NTHI + S. aureus 2-genera biofilm demonstrates 
close interrelationship between the two bacterial 
species. Panel D - 16 h S. pneumoniae biofilm 
(pseudo-colored red). Note diplococcal 
morphology. INSET - Magnified image of diplo
coccus in Panel D. Panel E - 16 h NTHI + S. pneu
moniae biofilm. Note both close interrelationship 
between these two bacterial species and also the 
long chaining morphology of S. pneumoniae. Panel 
F - 16 h M. catarrhalis biofilm (pseudo-colored 
purple). Panel G - 16 h NTHI + M. catarrhalis bio
film. Note that NTHI surrounds and grows over 
spherical aggregate M. catarrhalis biofilms. Scale 
bars in Panels A–G = 5 μm, scale bar INSET = 1 μm. 
(For interpretation of the references to color in this 
figure legend, the reader is referred to the Web 
version of this article.)   
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and over these spherical aggregates (Fig. 1G). 
For P. aeruginosa and B. cenocepacia, which have cellular morphol

ogies similar to NTHI, to understand the spatial relationship between 
two pathogens within a 2-genera biofilm, we visualized these biofilms 
by fluorescent confocal microscopy (Fig. 2). NTHI formed tall biofilms 
with what appeared to be obvious water channels at 16 h (Fig. 2A&C), 
with relative overall biomass densities that reflected the different 
inocula of NTHI used (e.g. 2e4 to partner with B. cenocepacia or 1e8 to 
partner with P. aeruginosa). Both B. cenocepacia and P. aeruginosa formed 
substantial single species biofilms with distinct characteristics 
(Fig. 2B&D). When identical inocula as used for single species biofilms 
were used, we observed that when co-partnered with NTHI, both 
B. cenocepacia (Fig. 2E–G) and P. aeruginosa (Fig. 2H–J) were well- 
integrated with NTHI throughout the 2-genera biofilms (see merged 
panels, Fig. 2G&J). The fraction of the biomasses that overlap in the 2- 
genera biofilms formed by NTHI with either B. cenocepacia or 
P. aeruginosa, based on analysis of co-localization of the two fluorescent 
signals, were 27% and 39%, respectively. These values appeared to align 
well with what could be discerned visibly in the merged images in 
Fig. 2G&J. 

3.2. Biofilm disruption assays 

3.2.1. Disruption of single species NTHI biofilms 
Assay of single species NTHI biofilms served as both a comparator to 

2-genera biofilms and as a bridge to an earlier study [45]. For all studies 
herein, we used α-rsPilA at approximately 1/4 the concentration (2.5 μg) 
of prior work [43–45,52], whereas α-DNABII was used at approximately 
½ the concentration of prior work (5 μg) [9,10,26,45,51,53–55] as a 
means to be able to demonstrate any additive or synergistic effect when 
α-rsPilA was prepared in a 1:1 cocktail with α-DNABII. 

For all NTHI single species biofilm assays, we recovered a largely 
consistent concentration of NTHI from wells incubated with sterile sBHI 
only that reflected bacteria present within the medium above the biofilm 
(Figs. 3A, 4A and 5A, 6A and 7A-C). These bacteria reflected those that 
had either never been biofilm resident and were perhaps simply growing 
in the culture medium or were those that had come off the biofilm due to 
natural remodeling during the 2 h incubation period. Due to use of a 
longer incubation time during treatment (increase from 2 h to 16 h), the 
concentration of NTHI recovered from sBHI wells was greater for studies 
of partnerships with M. catarrhalis (Fig. 7D&E). NTHI that had been 
newly released from biofilm residence by either α-rsPilA or α-DNABII 
were significantly greater than that recovered from sBHI only wells (3A, 
4A, 5A, 6A & 7E) (p ≤ 0.05 – p ≤ 0.0001). 

Treatment of single species NTHI biofilms with a 1:1 cocktail of both 
monoclonals (2.5 μg α-rsPilA + 2.5 μg α-DNABII), each of which were 
capable of releasing NTHI from biofilm-residence, consistently induced 
a significant release of NTHI NRel (p ≤ 0.0001) that typically exceeded 
that observed when either monoclonal was used alone at the reduced 
doses used here. This latter observation demonstrated an overall addi
tive disruptive benefit conferred by the antibody cocktail for single 
species NTHI biofilms. Highly similar results were obtained for recovery 
of NTHI from any of the five 2-genera biofilms following treatment with 
either sBHI only, either of the two monoclonals singly or the 1:1 
monoclonal antibody cocktail (Figs. 3B, 4B and 5B, 6B & 7F), although 
there were some slight differences in p-values obtained. 

3.2.2. Disruption of B. cenocepacia, S. aureus, P. aeruginosa, S. 
pneumoniae or M. catarrhalis within single species biofilms 

For each single species biofilm built by any of the selected five 
airway pathogens, we did not observe any release from biofilm- 
residence by incubation with α-rsPilA as the concentrations of bacteria 
recovered within the medium above the biofilms was equivalent to that 
of wells that contained sBHI only. This outcome was expected given the 
NTHI-specific nature of α-rsPilA (Figs. 3C, 4C and 5C, 6C & 7G). 
Moreover, this outcome indicated that addition of non-specific serum to 

the culture medium did not induce heightened growth of any of the 5 
tested co-pathogens due to this serum serving as a food source. However, 
for 2 of these 5 pathogens (B. cenocepacia and S. pneumoniae), incubation 
with the reduced dose of α-DNABII antibody, used here for 2 h, induced 
significant release of NRel compared to incubation with sBHI only (p ≤
0.01) (Figs. 3C and 6C). This latter observation was not observed for 
single species S. aureus or P. aeruginosa biofilms (Figs. 4C and 5C) under 
the conditions tested. 

For all 5 single species biofilms (B. cenocepacia, S. aureus, P. aerugi
nosa S. pneumoniae and M. catarrhalis), greatest overall release from 
biofilm residence was achieved by incubation with the cocktail of both 
monoclonal antibodies (Figs. 3C, 4C and 5C, 6C & 7G. There were no 
significant differences between use of α-DNABII or the cocktail for any of 
these single species biofilms, which thus reflected that no additional 
benefit was achieved via inclusion of α-rsPilA on single species biofilms 
formed by these unrelated respiratory tract pathogens, again as antici
pated due to the NTHI-specific nature of α-rsPilA. 

3.2.3. Disruption of B. cenocepacia, S. aureus, P. aeruginosa, S. 
pneumoniae or M. catarrhalis within 2-genera biofilms when co-partnered 
with NTHI 

For all 2-genera biofilms, incubation with sBHI continued to provide 
the targeted baseline number of non-biofilm resident bacteria recover
able in the medium above the biofilms during the 2 h incubation period. 
Intriguingly however, now incubation with α-rsPilA released a signifi
cant number of all 5 bacterial co-pathogens (B. cenocepacia, S. aureus, 
P. aeruginosa, S. pneumoniae and M. catarrhalis) from biofilm-residence 
when partnered with NTHI (Figs. 3D, 4D and 5D, 6D & 7H) (p ≤ 0.05 
to 0.01). This outcome is likely due to the close physical association 
between NTHI and each of these airway pathogen co-partners as shown 
in Figs. 1 and 2. For all of these respiratory tract co-pathogens, when 
partnered with NTHI in a 2-genera biofilm, greatest release from biofilm 
residence was achieved via use of the 1:1 cocktail of α-rsPilA admixed 
with α-DNABII (Figs. 3D, 4D and 5D & 6D) (p ≤ 0.001 to 0.0001). This 
degree of release was significantly greater than that obtained by incu
bation with any single monoclonal compared to sBHI. These data again 
demonstrated the additive disruptive benefit of incubation of these 2- 
genera biofilms with a cocktail of the two monoclonal antibodies. 

Two-genera biofilms of NTHI co-partnered with M. catarrhalis 
(Fig. 7), presented a unique relationship, as when we used the same 
assay conditions as that used for all other 2-genera biofilms tested here 
(e.g. incubation with 2.5 μg of each monoclonal for 2 h) we did not 
observe the same pattern of disruption as described above. Whereas 
NTHI consistently behaved as described and expected, we were unable 
to recover a reliable or consistent count of M. catarrhalis from any of the 
control or treated chamberglass wells (Fig. 7A). As such, we then con
ducted a small proof-of-concept trial (n = 1) wherein we screened the 
potential to use increased incubation periods (from 2h to either 6h or 16 
h) to mediate release of M. catarrhalis, however these longer incubation 
periods did not consistently allow us to recover measurable quantities of 
M. catarrhalis (Fig. 7B&C). Thereby, we attempted to mediate release of 
M. catarrhalis from biofilm residence via use of a 4- or 2-fold fold greater 
concentration of each monoclonal (e.g. 10 μg of both) for a 6 h incu
bation period (Fig. 7D) and while this did slightly improve our ability to 
recover M. catarrhalis, these values barely reached the limit of detection 
for this assay (dashed horizontal line). However, when we assessed use 
of 10 μg of each monoclonal for 16 h [44] on each single species biofilms 
of NTHI or M. catarrhalis (Fig. 7E & H), we achieved an outcome highly 
similar to that described above for both NTHI and the other 4 pathogen 
co-partners. As indicated earlier, the concentration of NTHI recovered 
from sBHI wells was greater than that for other 2 genera assays con
ducted here and reflected the increased period of incubation during 
treatment (from 2h to 16 h). We’ve previously shown that this dose and 
time period was permissive for NTHI to express both PilA and AI-2 [44], 
both of which are needed for active dispersal of NTHI from biofilm 
residence when treated with α-rsPilA. 
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Fig. 2. 3D-reconstructed CSLM micrographs of 16 h or 24 h single species or 2-genera biofilms formed by NTHI, B. cenocepacia and/or P. aeruginosa, respectively. 
Panel A&C - Single species 24 h (panel A) or 16 h (panel C) biofilms formed by an NTHI reporter wherein biofilms were initiated at the same seeding density as used 
in the associated 2-genera biofilms formed when NTHI co-partnered with either B. cenocepacia or P. aeruginosa, respectively. Panel B - Phase contrast micrograph of 
single species 24 h B. cenocepacia biofilm (pseudo-colored violet). Panel D - Single species 16 h biofilm formed by a P. aeruginosa reporter (pseudo-colored orange). 
Panel E-G – 24 h 2-genera biofilm formed by NTHI + B. cenocepacia wherein the contribution by NTHI (Panel E) and that of B. cenocepacia (Panel F) are shown both 
individually, as well as within the merged image in Panel G. Note the close spatial relationship between these 2 bacterial species within the 2-genera biofilm. Panel 
H-J - 16 h 2-genera biofilm formed by NTHI + P. aeruginosa wherein the contribution by NTHI (Panel H) and that of P. aeruginosa (Panel I) are shown both indi
vidually, as well as within the merged image in Panel J. Note again the close spatial relationship between these two bacterial species within the 2-genera biofilm. (For 
interpretation of the references to color in this figure legend, the reader is referred to the Web version of this article.) 
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Again however, here we saw that wherein incubation with α-rsPilA 
was effective on single species NTHI biofilms (Fig. 7E), but not on single 
species M. catarrhalis biofilms (Fig. G), this NTHI-specific antibody did 
mediate release of both species from a 2-genera biofilm (Fig. 7F&H). In 
this co-partnership, wherein NTHI largely surrounds and grows over 
M. catarrhalis aggregates, release of M. catarrhalis is associated with 
expression of AI-2 by NTHI [44], with this latter quorum sensing 
molecule important given the discovery by Armbruster et al. [3] who 
showed that M. catarrhalis can eavesdrop on expression of AI-2 by NTHI. 
Greatest release from biofilm residence for both pathogens was achieved 
by incubation with the monoclonal antibody cocktail (p ≤ 0.001 to 
0.0001). 

The above described commonly observed outcome wherein α-rsPilA 
mediates release of a non-NTHI co-partner pathogen is likely due to the 
close intermingled spatial relationship between NTHI and 
B. cenocepacia, S. aureus, P. aeruginosa and S. pneumoniae, as well as the 
very unique relationship between NTHI and M. catarrhalis when they 
form a 2-genera biofilm in this assay system. 

3.3. Validation of biofilm disruption with release of NRel by CSLM 

To provide additional supportive evidence of the relative disruption 
of each single species and 2-genera biofilm, after recovery of any NRel 
within each chamberslide, we subjected the residual biofilm to vital 
staining for imaging by CSLM. Representative images for NTHI single 
species biofilms following treatment with either sBHI, α-rsPilA, 
α-DNABII or a 1:1 cocktail of both monoclonal antibodies are shown in 
Fig. 8, as are those for single species S. aureus biofilms and 2-genera 
biofilms formed by NTHI + S. aureus. Note relative disruption 
compared to treatment with sBHI by each monoclonal antibody when 
used alone as well as within the cocktail. Greatest disruption was ach
ieved by the 1:1 cocktail for NTHI, S.aureus and the 2-genera NTHI + S. 
aureus biofilm (85%, 51% and 84% respectively). Further, note that 
incubation of S. aureus single species biofilms with α-rsPilA resulted in 
an increase in biomass as in the absence of expression of the targeted 
antigen (e.g. NTHI PilA) by S. aureus, this serum likely served as an 
additional food source during the 2 h incubation period. 

Fig. 3. Relative release of biofilm-resident NTHI 
and B. cenocepacia from single species and 2-genera 
biofilms due to the action of monoclonal anti
bodies directed against either the T4P of NTHI or a 
DNABII structural biofilm matrix protein used 
alone as well as within a 1:1 monoclonal antibody 
cocktail. Panel A - Recovery of NTHI from a 24 h 
single species biofilm after incubation with sterile 
sBHI, anti-rsPilA, anti-DNABII or a cocktail of both 
monoclonal antibodies for 2 h with any of these 
agents. Panel B - Recovery of NTHI from a 24 h 2- 
genera biofilm when co-partnered with 
B. cenocepacia after incubation with the same 
agents. Panel C - Recovery of B. cenocepacia from a 
24 h single species biofilm after incubation with 
sterile sBHI, anti-rsPilA, anti-DNABII or a cocktail 
of both monoclonal antibodies for 2 h with any of 
these agents. Panel D - Recovery of B. cenocepacia 
from a 24 h 2-genera biofilm when co-partnered 
with NTHI after incubation with the same agents. 
Data are presented as mean ± sd based on n = 6 
(*p< 0.05, **p≤ 0.01, ***p≤0.001, 
****p≤0.0001). In addition to overall trends as 
detailed in text, note both the ability of anti-rsPilA 
to release B. cenocepacia from biofilm residence 
when within a 2-genera biofilm with NTHI and the 
additive benefit derived from use of the antibody 
cocktail which induced a 3-fold greater increase in 
release of both NTHI and B. cenocepacia from bio
film residence compared to incubation in sBHI.   
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Representative images of biofilms formed by B. cenocepacia, 
S. pneumoniae, P. aeruginosa or M. catarrhalis both as single species 
biofilms as well as when within a 2-genera biofilm with NTHI are shown 
in Suppl. Fig. 1 where we again saw a similar pattern of relative 
disruptive capability. Note again that incubation of both S. pneumoniae 
or P. aeruginosa with α-rsPilA resulted in an increase in biomass, likely 
due to this non-effective serum serving as a food source for these two 
pathogens which similarly do not express the antigenic target of this 
monoclonal. Whereas there was no increase in biomass for either 
B. cenocepacia or M. catarrhalis when incubated with α-rsPilA, any 
observed disruption was minor (e.g. 17% or 12%, respectively) and may 

indicate limited biofilm remodeling during the 2 h incubation period. 

4. Discussion 

Due to the multiple mechanisms, both physical and physiological, by 
which bacteria resident within a biofilm are protected from antimicro
bials and immune effectors, it is imperative to be able to first disrupt the 
biofilm in order to expose the resident bacteria for eradication during a 
disease state. We, and others, show that bacteria released from a biofilm 
have a transient unique phenotype that is commonly one of greater 
sensitivity to the killing action of select antibiotics. This disruption can 

Fig. 4. Relative release of biofilm-resident NTHI 
and S. aureus from single species and 2-genera 
biofilms due to the action of monoclonal anti
bodies directed against either the T4P of NTHI or a 
DNABII structural biofilm matrix protein used 
alone as well as within a 1:1 monoclonal antibody 
cocktail. Panel A - Recovery of NTHI from a 24 h 
single species biofilm after incubation with sterile 
sBHI, anti-rsPilA, anti-DNABII or a cocktail of both 
monoclonal antibodies for 2 h with any of these 
agents. Panel B - Recovery of NTHI from a 24 h 2- 
genera biofilm when co-partnered with S. aureus 
after incubation with the same agents. Panel C - 
Recovery of S. aureus from a 24 h single species 
biofilm after incubation with sterile sBHI, anti- 
rsPilA, anti-DNABII or a cocktail of both mono
clonal antibodies for 2 h with any of these agents. 
Panel D - Recovery of S. aureus from a 24 h 2- 
genera biofilm when co-partnered with NTHI 
after incubation with the same agents. Data are 
presented as mean ± sd based on n = 6 (*p< 0.05, 
**p≤ 0.01, ***p≤0.001, ****p≤0.0001). In addi
tion to overall trends as detailed in text, note both 
the ability of anti-rsPilA to release S. aureus from 
biofilm residence when within a 2-genera biofilm 
with NTHI and the additive benefit derived from 
use of the antibody cocktail which induced a 2- or 
4-fold greater increase in release of NTHI and 
S. aureus, respectively from biofilm residence 
compared to incubation in sBHI.   
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be due to exposure to nitric oxide, pyruvate, physical disruption or 
antibody-mediated, among others [7,10,13,14,27,44,45]. 

We have developed two disruption strategies that result from incu
bation of biofilms with monoclonal antibodies specifically directed 
against protective epitopes of two distinct bacterial proteins. One 
monoclonal antibody targets the protective epitope of the majority 
subunit of the type IV pilus of NTHI (PilA). This monoclonal mediates 
active dispersal of NTHI from biofilm residence due to upregulated 
expression of both the quorum sensing molecule AI-2 and its T4P [52]. 

Thus, α-rsPilA is a species-specific therapeutic biological, specifically 
developed for those diseases of the respiratory tract induced by NTHI. 
The second monoclonal antibody targets the combined protective do
mains of essential structural bacterial proteins (e.g. HU and IHF) that 
stabilize the biofilm matrix by crosslinking strands of extracellular DNA 
(eDNA). e-DNA is a major universal structural component of the bac
terial biofilm matrix and this lattice-like scaffold is stabilized by proteins 
of the DNABII family [26]. Thereby, incubation with a monoclonal 
antibody that targets the DNABII proteins induces an equilibrium shift 

Fig. 5. Relative release of biofilm-resident NTHI 
and P. aeruginosa from single species and 2-genera 
biofilms due to the action of monoclonal anti
bodies directed against either the T4P of NTHI or a 
DNABII structural biofilm matrix protein used 
alone as well as within a 1:1 monoclonal antibody 
cocktail. Panel A - Recovery of NTHI from a 16 h 
single species biofilm after incubation with sterile 
sBHI, anti-rsPilA, anti-DNABII or a cocktail of both 
monoclonal antibodies for 2 h with any of these 
agents. Panel B - Recovery of NTHI from a 16 h 2- 
genera biofilm when co-partnered with 
P. aeruginosa after incubation with the same 
agents. Panel C - Recovery of P. aeruginosa from a 
16 h single species biofilm after incubation with 
sterile sBHI, anti-rsPilA, anti-DNABII or a cocktail 
of both monoclonal antibodies for 2 h with any of 
these agents. Panel D - Recovery of P. aeruginosa 
from a 16 h 2-genera biofilm when co-partnered 
with NTHI after incubation with the same agents. 
Data are presented as mean ± sd based on n = 6 
(*p< 0.05, **p≤ 0.01, ***p≤0.001, 
****p≤0.0001). In addition to overall trends as 
detailed in text, note both the ability of anti-rsPilA 
to release P. aeruginosa from biofilm residence 
when within a 2-genera biofilm with NTHI and the 
additive benefit derived from use of the antibody 
cocktail which induced a 3- or 4-fold greater in
crease in release of NTHI and P. aeruginosa, 
respectively from biofilm residence compared to 
incubation in sBHI.   
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that rapidly destabilizes the eDNA lattice, resulting in collapse of the 
biofilm matrix with concomitant release of the resident bacteria. This 
anti-DNABII monoclonal antibody has been effective against biofilms 
built by many diverse pathogens we’ve tested to date, and thus we 
consider it to be more of a species-agnostic therapeutic [10,18,26,32,55, 
60]. Both monoclonals release bacteria from biofilm-residence, by either 
active dispersal or passive disruption [10,44,45,53,55]. 

NTHI is a common co-pathogen of multiple diseases of the upper and 
lower airway, and thus is cultured along with one or more of several 
other primary respiratory tract pathogens and rarely, if ever, is present 
as a single pathogen [8,28,38,58,59,72]. We were thus curious as to the 
potential additive or synergistic biofilm dispersal/disruption capability 
if we used these two monoclonals as a new therapeutic cocktail 

approach for polymicrobial biofilms that included NTHI. To do so, we 
generated 2-genera biofilms that incorporated NTHI as one of the bac
terial co-partners with which to assess the biofilm-resident bacterial 
release potential of these two monoclonals when used alone as well as 
when in a 1:1 cocktail. Despite the species specificity of α-rsPilA, when 
NTHI was resident within a biofilm with either B. cenocepacia, S. aureus, 
P. aeruginosa or S. pneumoniae, its close physical relationship with these 
other pathogens appeared to facilitate their release from 
biofilm-residence by this monoclonal. As NTHI dispersed itself from 
these 2-genera biofilms, this activity likely also physically disrupted its 
co-partner from the 2-genera biofilm. 

In the unique partnership between NTHI and M. catarrhalis, NTHI 
surrounds and ultimately largely encases the large spherical aggregate 

Fig. 6. Relative release of biofilm-resident NTHI 
and S. pneumoniae from single species and 2-genera 
biofilms due to the action of monoclonal anti
bodies directed against either the T4P of NTHI or a 
DNABII structural biofilm matrix protein used 
alone as well as within a 1:1 monoclonal antibody 
cocktail. Panel A - Recovery of NTHI from a 24 h 
single species biofilm after incubation with sterile 
sBHI, anti-rsPilA, anti-DNABII or a cocktail of both 
monoclonal antibodies for 2 h with any of these 
agents. Panel B - Recovery of NTHI from a 24 h 2- 
genera biofilm when co-partnered with S. pneu
moniae after incubation with the same agents. 
Panel C - Recovery of S. pneumoniae from a 24 h 
single species biofilm after incubation with sterile 
sBHI, anti-rsPilA, anti-DNABII or a cocktail of both 
monoclonal antibodies for 2 h with any of these 
agents. Panel D - Recovery of S. pneumoniae from a 
24 h 2-genera biofilm when co-partnered with 
NTHI after incubation with the same agents. Data 
are presented as mean ± sd based on n = 6 (*p<
0.05, **p≤ 0.01, ***p≤0.001, ****p≤0.0001). In 
addition to overall trends as detailed in text, note 
both the ability of anti-rsPilA to release S. pneu
moniae from biofilm residence when within a 2- 
genera biofilm with NTHI and the additive 
benefit derived from use of the antibody cocktail 
which induced a 3- or 7-fold greater increase in 
release of NTHI and S. pneumoniae, respectively 
from biofilm residence compared to incubation in 
sBHI.   
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M. catarrhalis biofilm structures, as we reported earlier [44]. In this 
earlier study, when we exposed an NTHI + M. catarrhalis biofilm to only 
α-rsPilA, NTHI upregulates expression of both its type IV pilus and AI-2. 
As originally described by Armbruster et al. [3], M. catarrhalis can then 
eavesdrop on this expression of AI-2 by NTHI, so that when NTHI dis
perses from biofilm residence, M. catarrhalis disperses as well [44]. Here 
however, we expanded upon these early observations to now determine 
the potential additive and/or synergistic efficacy of α-rsPilA when 
admixed with α-DNABII to mediate release of M. catarrhalis from a 
2-genera biofilm formed in partnership with NTHI. Whereas the unique 
spatial relationship between NTHI and M. catarrhalis in a 2-genera 
biofilm required the use of conditions that allowed time for upregu
lated expression of both PilA and AI-2 by NTHI [44], this was not 
required for any other 2-genera biofilm assayed here. This latter 
observation suggested that for the other 4 co-partnerships, release from 
biofilm residence by α-rsPilA, when used alone as a treatment, was 
primarily due to physical disruption mechanisms, but does not rule out 
any contribution from quorum sensing, particularly given the 
well-established role of AI-2 in interspecies crosstalk [6,24,30,70]. 

As anticipated, use of the species-agnostic α-DNABII was universally 
disruptive against biofilms formed by all six tested pathogens, unlike 
α-rsPilA, and effectively released these bacteria from both single species 
and 2-genera biofilms. In all cases however, the use of the cocktail of 

both monoclonals mediated the greatest release of both pathogens from 
residence within a 2-genera biofilm. While a noted change in cellular 
morphology of S. pneumoniae from diplococcus (when within a single 
species biofilm), to long chains when co-partnered with NTHI had no 
effect on relative release of S. pneumoniae from either single species or 2- 
genera biofilm residence in this study, it was nonetheless an observation 
of interest. While this may have reflected the need to limit the inoculum 
size for S. pneumoniae in single species biofilms in order to facilitate 
development of a 2-genera biofilm when partnered with NTHI, the 
chaining morphotype for S. pneumoniae has also been associated with 
enhanced adherence and colonization capabilities [61], but can also 
promote complement-dependent killing [17]. Each of these parameters 
could have consequences for successful colonization of its human host 
and/or disease induction/clearance when S. pneumoniae is within a 
polymicrobial biofilm with NTHI. 

Release of bacteria from biofilm residence results in a transient 
phenotype wherein these bacteria are more readily killed by traditional 
antibiotics that are ineffective when they are resident within a biofilm 
[10,44,45] [14,7,13,22,27,39], an outcome often achievable at a greatly 
reduced dose. A combinatorial approach wherein the described mono
clonal cocktail is delivered along with a reduced dose of appropriate 
antibiotic would likely be necessary if, for example, release from biofilm 
residence results in a sub-population with an enhanced pathogenicity 

Fig. 7. Relative release of biofilm-resident NTHI and M. catarrhalis from single species and 2-genera biofilms due to the action of monoclonal antibodies directed 
against either the T4P of NTHI or a DNABII structural biofilm matrix protein used alone as well as within a 1:1 monoclonal antibody cocktail. Panels A-D - We were 
unable to recover M. catarrhalis either consistently or at a level that exceeded the minimal level of detection (dashed horizontal line) when we used the same 
concentration of monoclonal antibodies or time period of exposure as used with all other single or 2-genera biofilms (e.g. 2.5 μg/2 h shown in Panel A). Various 
combinations of increased antibody concentration (from 2.5 μg to 10 μg) or increased incubation period (from 2 h to 16 h) did not fully mitigate inability to release of 
M. catarrhalis to a level above the limit of detection for this assay (dotted line) despite observing a dose- and time-dependent outcome (Panel B, 2.5 μg/6 h; Panel C, 
2.5 μg/16 h; Panel D, 10 μg/6 h). When conditions were adjusted to use of 10 μg of each antibody either alone or as a cocktail for 16 h on a 24 h biofilm, consistent 
recovery of M. catarrhalis was achieved. Panels E - Recovery of NTHI from a 24 h single species biofilm after incubation with sterile sBHI, anti-rsPilA, anti-DNABII or 
a cocktail of both monoclonal antibodies for 16 h with any of these agents. Panel F - Recovery of NTHI from a 24 h 2-genera biofilm when co-partnered with 
M. catarrhalis after incubation with the same agents. Panel G - Recovery of M. catarrhalis from a 24 h single species biofilm after incubation with sterile sBHI, anti- 
rsPilA, anti-DNABII or a cocktail of both monoclonal antibodies for 16 h with any of these agents. Panel H - Recovery of M. catarrhalis from a 24 h 2-genera biofilm 
when co-partnered with NTHI after incubation with the same agents. Dotted line in panels A, B, C, & D indicates the level of detection in these assays. Data are 
presented as mean ± sd based on n = 6 (*p< 0.05, **p≤ 0.01, ***p≤0.001, ****p≤0.0001). In addition to overall trends as detailed in text, note both the ability of 
anti-rsPilA to release M. catarrhalis from biofilm residence when within a 2-genera biofilm with NTHI and the additive benefit derived from use of the antibody 
cocktail which induced a 9- or >1000-fold greater increase in release of NTHI and M. catarrhalis, respectively from biofilm residence compared to incubation in sBHI. 
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phenotype as has been shown for S. pneumoniae in murine models when 
this pathogen was released from biofilm residence by influenza A virus 
[56], or under conditions wherein any pathogen is released from a 
biofilm in an immunocompromised patient. In other cases, as we have 
now shown in three distinct animal models of: 1) NTHI-induced exper
imental otitis media in the chinchilla [53,55]; 2) P. aeruginosa-induced 
lung infection in mice [53] and 3) Aggregatibacter actino
mycetemcomitans-induced periimplantitis in rats [25], rapid clearance of 
bacteria newly released by treatment with either of these monoclonals 
and resolution of disease was effectively mediated by innate immune 
effectors in the absence of any co-delivered antibiotic. 

Collectively, these new data support continued development of a 
combinatorial therapeutic approach for respiratory tract infections 
wherein NTHI is resident within a pathogenic polymicrobial biofilm. 
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