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Polymer-induced biofilms for enhanced
biocatalysis†
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The intrinsic resilience of biofilms to environmental conditions

makes them an attractive platform for biocatalysis, bioremediation,

agriculture or consumer health. However, one of the main chal-

lenges in these areas is that beneficial bacteria are not necessarily

good at biofilm formation. Currently, this problem is solved by

genetic engineering or experimental evolution, techniques that can

be costly and time consuming, require expertise in molecular

biology and/or microbiology and, more importantly, are not suita-

ble for all types of microorganisms or applications. Here we show

that synthetic polymers can be used as an alternative, working as

simple additives to nucleate the formation of biofilms. Using a

combination of controlled radical polymerization and dynamic

covalent chemistry, we prepare a set of synthetic polymers carrying

mildly cationic, aromatic, heteroaromatic or aliphatic moieties.

We then demonstrate that hydrophobic polymers induce clustering

and promote biofilm formation in MC4100, a strain of Escherichia

coli that forms biofilms poorly, with aromatic and heteroaromatic

moieties leading to the best performing polymers. Moreover, we

compare the effect of the polymers on MC4100 against PHL644, an

E. coli strain that forms biofilms well due to a single point mutation

which increases expression of the adhesin curli. In the presence of

selected polymers, MC4100 can reach levels of biomass production

and curli expression similar or higher than PHL644, demonstrating

that synthetic polymers promote similar changes in microbial

physiology than those introduced following genetic modification.

Finally, we demonstrate that these polymers can be used to

improve the performance of MC4100 biofilms in the biocatalytic

transformation of 5-fluoroindole into 5-fluorotryptophan. Our results

show that incubation with these synthetic polymers helps MC4100

match and even outperform PHL644 in this biotransformation,

demonstrating that synthetic polymers can underpin the development

of beneficial applications of biofilms.

1. Introduction

The vast majority of bacteria live in biofilms, microbial com-
munities where cells stick to each other, and are protected by
an extracellular matrix of biopolymers.1–7 Biofilms are far more
resistant than planktonic bacteria to environmental conditions,
including extreme pH and temperatures, or to the presence of
detrimental chemicals and metabolites, including antibiotic
treatment.2,4,8,9 As a consequence, bacterial biofilms are often
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New concepts
We present in the attached manuscript a new materials-based methodo-
logy to induce biofilms in beneficial bacteria. Our solution relies on
synthetic polymers, that work as simple additives during microbial
culture, to promote biofilm formation. We have also demonstrated that
these polymer-induced biofilms can increase the biocatalytic activity of
E. coli, a workhorse in biotechnology. To the best of our knowledge,
currently there are no methods that provide this simplicity and versatility
when promoting biofilms for beneficial bacteria. Traits for biofilms
formation are often introduced in bacteria through gene-editing and
experimental evolution, which are costly and time consuming, and
require expertise in molecular biology and/or microbiology. We believe
that the presented methodology demonstrates an innovative use of
synthetic materials. Rather than trying to inhibit formation of biofilms,
we have used synthetic polymers to induce the formation of these
communities of bacteria, and exploited these polymer-induced biofilms
for a beneficial application, in this case biocatalysis.
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seen as problematic and difficult to eradicate, and have been
associated for example with biofouling10 or hospital-acquired
infections.11 This awareness of problematic biofilms means
that the role of beneficial biofilms and microbial communities
are often ignored and overlooked. For instance, biofilms of
beneficial microorganisms are critical in maintaining a healthy
microbiota, which plays a critical role in human, animal and
plant health.12–14 As such, strategies to establish and maintain
healthy microbiotas will have an impact in agriculture15 and
consumer health,16,17 and have been at the heart of traditional
manufacturing of foods such as cheese, vinegar or fortified
wines.18–20 Moreover, the intrinsic resilience of biofilms can be
exploited to underpin other beneficial applications, including
bioremediation21,22 or biocatalysis.4,23–26

One of the challenges in exploiting beneficial biofilms for
biotechnology or health is that some of the candidate micro-
organisms, such as probiotics27,28 or non-pathogenic strains of
Escherichia coli,29 are not necessarily good at forming biofilms.
Strains that form biofilms efficiently can appear as a result of
evolution (e.g. the E. coli PHL644 strain used in this work),30 a
process that often requires lengthy incubation times and multi-
ple rounds of culture, something that limits its practicality.
Alternatively, relevant genes for adhesion and biofilm for-
mation can be introduced via genetic modification or synthetic
biology approaches, although this process is often reserved to
introduce genes needed for biocatalytic activity and bioproces-
sing. Moreover, for some applications such as bioremediation,
food manufacture, or agriculture, the release of genetically
modified organisms into the environment is a concern.

Interestingly, the switch between planktonic and biofilm
lifestyles is often dictated by environmental factors such as the
presence or absence of certain nutrients, pH, or temperature.2

Often, adhesion to surfaces and hosts can trigger this transition
to a biofilm phenotype.2 We postulate here that a similar
transition should be observed following the binding of micro-
organisms to synthetic polymers. We had already identified
that this was the case for human pathogen Vibrio cholerae, that
upon interaction with cationic polymers, would adopt a non-
virulent sessile lifestyle, characterized by an increase in biofilm
formation and a decrease in toxin production.31,32

In this manuscript, we show that synthetic polymers induce
the nucleation of biofilms in biotechnology relevant E. coli,
resulting in increased biocatalytic activity in a model biotrans-
formation (Scheme 1). First, using a post-polymerization func-
tionalization strategy, we prepare a set of linear polymers
carrying mildly cationic, aromatic, heteroaromatic or aliphatic
moieties. Then, using E. coli MC4100 as a model microorgan-
ism, we demonstrate that incubation with these synthetic
polymers promotes clustering and the formation of microbial
biofilms. This polymer-induced formation of biofilms was
characterized by increased levels of biomass and curli (protein
fibres on the bacterial surface responsible for adhesion to
surfaces and thus biofilm formation), both key biofilm biomar-
kers in this organism. Our results indicate that hydrophobic
polymers outperform mildly cationic polymers, with increas-
ingly hydrophobic materials often resulting in higher levels of
biofilm formation. Throughout the manuscript we demonstrate
that, in the presence of these synthetic polymers, E. coli
MC4100, a poor biofilm former, can reach levels of biomass
production, and curli expression similar or higher than
PHL644, a good biofilm former with a single point mutation
in the OmpR regulator which increases curli expression.
Finally, we show that these polymers can be used to increase
the biocatalytic activity of engineered E. coli biofilms in the
transformation of serine and 5-fluoroindole into 5-fluorotryp-
tophan. All together, our results demonstrate that the use of
these synthetic polymers as additives in microbial culture can
be a cheap alternative to engineering microbial biofilms using
gene editing or experimental evolution.

2. Results & discussion
2.1. Polymer-induced biofilm formation: screening chemical
space

Following our previous work with V. cholerae,31,32 for which we
had seen an increase in biofilm formation upon incubation
with cationic polymers, we postulate here that this polymer-
induced biofilm formation can be exploited in other micro-
organisms for the production of biofilms for biotechnology.

Scheme 1 Schematic representation of experimental approach to polymer-induced biofilms for biocatalysis: hydrophobic polymers are prepared using
an in situ screening strategy based on poly(acryloyl hydrazide) (step A). Then, a poor biofilm former strain (MC4100) is incubated in the presence of these
polymers to yield biofilms (step B). This way, the poor biofilm former strain is able to match the performance of a good biofilm former strain (PHL644) in
the biotransformation of serine and 5-fluoroindole into 5-fluorotryptophan (step C).
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As mentioned above, the relevance of microbial biofilms for
biotechnology is slowly becoming apparent, as the protective
environment offered by biofilms can be exploited for food
production,18–20 bioremediation21,22 or biocatalysis.4,23–26

In our case, we focused on biocatalysis, where biofilms can
protect microbial cells from harsh conditions such as extreme
pH or temperature, or from the presence of detrimental
chemicals such as organic solvents. In our previous work, we
had exploited cationic polymers to induce clustering in a range
of bacteria, including Vibrio harveyi,33–36 V. cholerae,31,32

Pseudomonas aeruginosa,34,35 Staphylococcus aureus35 and E. coli,34,35

and, as just mentioned, we observed increased biofilm for-
mation for V. cholerae. However, we also observed that cationic
polymers were toxic to some of the E. coli strains employed.34

Thus, we decided to explore mildly cationic polymers that would
be partially protonated in the culture media. Since both electro-
static and hydrophobic interactions are involved in the initial
stages of adhesion by bacteria to surfaces and hosts,37 we
decided to also investigate hydrophobic polymers. To have quick
access to this broad chemical space, we employed a post-
polymerization modification strategy developed in our team
(Scheme 2).38 This strategy relies on the functionalization of
poly(acryloyl hydrazide) P1 with aldehydes under aqueous con-
ditions, and the in situ evaluation of activity of the formed
functional polymers. The post-polymerization modification is
often done under mildly acidic conditions (here 100 mM acetic
acid at pH 3), giving us versatility when exploring a broad
chemical space, and access to functional polymers simply by
choosing the required aldehydes. To date this in situ screening
methodology has only been applied to the delivery of nucleic
acids,39–41 and we wanted to demonstrate here its versatility to
develop other functional polymers with biological relevance.

With these considerations in mind, we decided to perform a
first screening of the ability of synthetic polymers to induce
biofilms in E. coli using isovaleraldehyde (IvA, aliphatic), benz-
aldehyde (BnA, aromatic) and 1H-indole-3-carbaldehyde (3InA,
heteroaromatic) as representative hydrophobic aldehydes
(Fig. 1A, red bars), and 1H-imidazole-4-carbaldehyde (4ImA,
cpKaH 5.4) and 2-amino-3-formylpyridine (2AFPA, cpKaH 5.5) as
representative mild cationic aldehydes (Fig. 1A, blue bars).
Since the parent poly(acryloyl hydrazide) (P1, cpKaH 3.3) should

be partially protonated at pH 3, it was also investigated. E. coli
K-12 strain PHL644 was used as a model strain,30 as it has
already been investigated as a platform for biocatalysis using
biofilms.42–44 Cationic polymers were prepared by mixing stock
solutions of P1 and aldehyde in 100 mM acetic acid to give a
final 125 mM concentration of aldehyde and a 1 : 1 ratio
between aldehyde and hydrazide moieties. Hydrophobic poly-
mers were prepared following the same protocol but using 95%
DMSO-d6/5% 100 mM acetic acid as the solvent. Following
incubation of P1 and the aldehydes over 24 h at 60 1C, aldehyde
loading on the polymer was analysed by NMR as reported.38,39

In all cases this loading was consistent with our previous
results, with most aldehydes giving approximately 70% loading
(Table S1, ESI†), while bulky aldehydes such as 3InA gave
slightly lower values (i.e. 58%). The formed polymers were then
added without further purification to suspensions of E. coli
PHL644 bacteria in a 100 mM aqueous solution of NaCl, to
ensure that the polymers remained protonated after their
preparation at pH 3. Following incubation for 24 h (Fig. 1A),
3 days (Fig. S7, ESI†) or 5 days (Fig. S8, ESI†), cultures were
stained with crystal violet (CV) to monitor the amount of
biomass produced as a metric for biofilm formation.45 Inter-
estingly, under these conditions, only hydrophobic polymers
were able to significantly increase the levels of crystal violet
staining above those of the untreated bacteria, with cationic
polymers mainly reducing the amount of staining (Fig. 1A and
Fig. S7, S8, not buffered, ESI†). Seeing how hydrophobicity
seemed to be the dominating effect, we decided to repeat the
experiment, but using 100 mM phosphate buffer at pH 7
instead of the NaCl solution. This way, cationic moieties would
be mainly neutralized, rendering all polymers hydrophobic.
As expected, all polymers were able now to increase biofilm
formation as measured by crystal violet staining (Fig. 1A and
Fig. S7, S8, buffered, ESI†). P1 did not induce biofilm formation
under these conditions, as it is probably still very hydrophilic,
despite being less protonated.

2.2. Biofilm formation: hydrophobic polymers

Having identified that hydrophobicity was the main driving
force for the increase in crystal violet staining, we decided to
expand the range of hydrophobic aldehydes evaluated. Since

Scheme 2 Synthesis of functional polymers P1-mod-aldehyde, and list of polymers prepared with aldehyde conversions.
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both benzaldehyde (BnA) and 1H-indole-3-carbaldehyde (3InA)
were the aldehydes that resulted in higher levels of crystal violet
staining, we decided to investigate 2-naphthaldehyde (2Nph),
anthracene-9-carbaldehyde (9AntA) and pyrene-1-carbaldehyde
(1PyrA) as additional aromatic aldehydes (Fig. 1B, hollow red
bars), and 2-pyridinecarboxaldehyde (2PyA) as an additional
heteroaromatic (Fig. 1B, hollow blue bars), giving a total of 4 of
each type of aldehyde. Only octylaldehyde (OctA) was investi-
gated as an additional aliphatic aldehyde (Fig. 1B, hollow
yellow bars), as the polymer derived from IvA gave the worst
results in our previous experiment, specially after 3 (Fig. S7,
ESI†) and 5 days of incubation (Fig. S8, ESI†). E. coli K-12 strain
MC4100 was investigated this time, as it is a poor biofilm
former lacking the mutation in OmpR that confers increased
curli expression and biofilm formation to strain PHL644.
At this stage, we wanted to evaluate if the polymers were able
to increase biofilm formation also for strains that are not as
efficient in establishing biofilms. Although we didn’t observe a
clear correlation between the amount of biomass produced and
the hydrophobicity of the polymers (quantified here by cLog D,
see ESI† for details), it was clear at this stage that, much like for
E. coli PHL644, hydrophobic polymers also increased the
amounts of biofilm formed by MC4100 (Fig. 1B and Fig. S9,
ESI†). Overall, polymers derived from aromatic aldehydes gave
the best results. We wanted to ensure that the effect was not
due to the presence of excess of unreacted aldehyde, or to
the addition of traces of acetic acid and DMSO used in the
preparation of the functional polymers. To our delight, none of
the aldehydes induced significant levels of crystal violet stain-
ing, with only 4ImA giving similar levels of staining to its
functionalized polymer P1-mod-4ImA (Fig. 1B, solid coloured
bars). Similarly, incubation with the buffers used for polymer
preparation resulted in little to no increase in staining with
crystal violet (Fig. S10, ESI†), suggesting that overall the func-
tional polymers were the agents responsible for the enhance-
ment in biofilm formation.

We then wanted to compare the amount of biomass pro-
duced by MC4100 in the presence of these polymers with that of
PHL644, which is a good biofilm former. As expected, in the
absence of polymers, PHL644 is able to produce, after 24 h,
approximately 4 times more biomass (as measured by CV
staining) than MC4100 (Fig. 1B, dashed line), and twice the
amount of biomass after 48 h (Fig. S9, dashed line, ESI†).
Interestingly, in the presence of the aromatic polymers,
MC4100 was able to produce comparable, if not higher levels
of biomass. This increase was particularly notable for the most
hydrophobic aromatic polymers P1-mod-2NphA, P1-mod-9AntA
and P1-mod-1PyrA, which after 24 h helped MC4100 reach
significantly higher levels of biomass production than
PHL644 (Fig. 1B, red hollow bars). This increase in biomass
production for MC4100 in the presence of these synthetic
polymers is remarkable, as a single point mutation is respon-
sible for the increased ability of PHL644 to form biofilms,30

suggesting that, under the right conditions, incubation with
synthetic polymers can result in phenotypic changes similar to
those obtained using genetic engineering.

2.3. Aggregation of bacteria

Our previous work with cationic polymers indicates that changes
in microbial physiology, including biofilm formation, are the
result of polymer-induced clustering of bacteria.31–36 Here, we
wanted to evaluate if a similar aggregation was being induced by
hydrophobic polymers. To this end, aggregation of bacteria was
first evaluated monitoring changes in the optical density for
E. coli MC4100 cultures in the absence and presence of these
functional polymers (Fig. 2B and C, P1-mod-3InA shown as
representative example, full data in Fig. S25–S35, ESI†). In this
assay, bacteria are resuspended at high cell density, and allowed
to settle. In the absence of clustering (Fig. 2B, black trace) E. coli
MC4100 slowly sediments, resulting in a gradual decrease
in optical density at 600 nm. When bacteria aggregate to form
clusters, two phenomena can be observed. On one hand,

Fig. 1 Biofilm formation as measured by crystal violet staining: fractional change in absorbance at 550 nm for E. coli PHL644 cultures (A) and E. coli
MC4100 cultures (B) following incubation over 24 h in the presence of 0.05 mg mL�1 of P1 (black solid bar), aldehydes (solid coloured bars) and
functional polymers P1-mod-aldehyde (hollow coloured bars). Data has been normalised and represents the fractional change in absorbance at 550 nm
when compared to E. coli MC4100 cultures incubated in the absence of polymers (solid line). Fractional change in absorbance at 550 nm for E. coli
PHL644 cultures incubated in the absence of polymers when compared to E. coli MC4100 cultures incubated in the absence of polymers is also shown
for comparison (dashed line). Not buffered indicates incubation in 100 mM aqueous NaCl. Buffered indicates incubation in 100 mM phosphate buffer at
pH 7. Means � range from at least three biological replicates are shown. Full details of polymer clog D calculations are available in the ESI.†
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aggregation can lead to an increase in optical density (Fig. 2B,
yellow trace, P1-mod-3InA shown as representative example), as a
result of bacterial clusters scattering more light than individual
bacteria. These aggregates will gradually sediment, leading to a
decrease in optical density. On the other hand, fast sedimenta-
tion can already happen at early timepoints in the experiments,
when aggregation of bacteria is very fast.33,46 The timing of these
two phenomena is highly dependent on small changes in the
concentration of bacteria and polymer and, as such, there is a lot
of batch-to-batch variability. In our case, all functional polymers
induced changes in the optical density of the culture when
compared to untreated bacteria. These changes were more
obvious when the difference between the maximum and mini-
mum optical density was plotted (Fig. 2C). Once again, aromatic
polymers seemed to be the best performers including heteroaro-
matic P1-mod-2AFPA and P1-mod-3InA. Like for biofilm for-
mation, most of the aldehydes did not induce any changes in
the optical density of the cultures (Fig. S25B–S31B, ESI†) except
for very hydrophobic aldehydes 2NphA (Fig. S33B, ESI†), 9AntA
(Fig. S34B, ESI†) and 1PyrA (Fig. S35B, ESI†) and to a certain
extent OctA (Fig. S32B, ESI†). However, in all cases, the changes
in optical density observed for aldehydes were different from
those observed in the presence of the polymers and, overall,
suggest that the main driving force for the aggregation of
bacteria is the presence of these hydrophobic polymers.

Interestingly, when we evaluated the effect of the polymers
on the optical density of the culture media, most functional
polymers showed similar changes to the optical density than
those in the presence of bacteria (Fig. 2B and Fig. S25A–S35A,
blue trace, ESI†). These changes in optical density in the
absence of bacteria suggest that the functional polymers are

not soluble in this culture media, and therefore precipitate out
of solution. This effect is also observed for the most hydro-
phobic aldehydes (Fig. S32–S35, ESI†) that quickly precipitate
when suspended in culture media, while the least hydrophobic
aldehydes did not induce any changes in the optical density of
the culture media (Fig. S26–S31, ESI†).

To further characterize polymer-induced aggregation, we
decided to measure the size of the aggregates formed when
polymers were suspended in media using light scattering, both
in the presence and absence of bacteria (Fig. 2D, P1-mod-3InA
shown as representative example, full data in Fig. S36–S44,
ESI†). This technique was able to confirm that these polymers
were insoluble in the growth media and aggregates could be
observed, in particular for very hydrophobic compounds. More
importantly, the polymers were also able to reduce the concen-
tration of free bacteria in suspension (Fig. 2E) with 2AFPA, 3InA
and 2NphA leading to approximately a 40% reduction.
However, with this experiment we were unable to determine
whether the polymers were interacting directly with bacteria
and leading to aggregation. Regardless, when this data was
compared to that obtained from the crystal violet staining
(Fig. 1), we could see similar trends, with polymers derived
from aromatic aldehydes, and 2AFPA and 3InA inducing the
biggest changes. Overall we think that, independently of their
precise mode of action, these polymers are behind the increase
in biofilm formation observed.

2.4. Polymer-induced biofilm formation: curli expression

Having identified that hydrophobic polymers were promoting
aggregation in E. coli and an increase in crystal violet staining,
we wanted to evaluate next if bacteria were producing some of

Fig. 2 Aggregation of bacteria: (A) schematic representation of polymer-induced aggregation of bacteria, the techniques used for its characterization
and the best preforming polymers identified with each technique. (B) Optical density at 600 nm for E. coli MC4100 cultures following incubation for 24 h
in the absence (black) and presence of 0.5 mg mL�1 of P1-mod-3InA (yellow). Optical density at 600 nm of 0.05 mg mL�1 of P1-mod-2InA suspended in
culture media (blue) shown for comparison. (C) Changes to optical density at 600 nm for E. coli MC4100 cultures in the presence of 0.5 mg mL�1 of
functional polymers P1-mod-aldehyde. (D) Size distribution of suspensions of MC4100 cultures (black) and E. coli MC4100 cultures in the presence of
0.05 mg mL�1 of P1-mod-3InA (yellow), following incubation over 48 h. Size distribution of suspensions of P1-mod-3InA in culture media (blue) shown
for comparison. (E) Changes in the proportion of free bacteria in suspensions of E. coli MC4100 incubated in the presence of 0.05 mg mL�1 of functional
polymers P1-mod-aldehyde for 48 h. Data has been normalised and represents the difference when compared to E. coli MC4100 cultures in the absence
of polymers. Means � SD from at least two biological replicates are shown.
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the key biofilm biomarkers. The primary stage of E. coli biofilm
formation is the adhesion of cells to a solid surface via the
adhesin curli, an amyloid fibre that projects from the cell
surface and binds to both biotic and abiotic surfaces.47 The
expression of curli is mediated by two operons, csgBA and
csgDEFG. Since the csgBA operon encodes the main structural
subunit protein of curli CsgA, and the nucleator protein CsgB, a
reporter plasmid (pJLC-T) was used to measure csgB promoter
activity.48 The csgB promoter region was fused to gfp, the gene
encoding green fluorescent protein (GFP) to monitor expres-
sion of curli through time using a simple fluorescence readout.
Curli expression is maximal at temperatures of around 30 1C
and in conditions of low osmolarity.47 Under these conditions,
and in the absence of polymers, it took E. coli MC4100 more
than 20 h to produce significant levels of GFP fluorescence,
reaching maximum GFP expression approximately after 38 h
of incubation (Fig. 3C, black trace). When incubated in the
presence of functional polymers, no significant changes in the
onset of GFP fluorescence were observed (Fig. S24, ESI†).
However, the total amount of fluorescence was significantly
affected in the presence of polymers (Fig. 3C, yellow trace,
P1-mod-2AFPA shown as representative example, full data in

Fig. S11–S23, ESI†). As before, hydrophobicity seemed to be a
significant factor and, polymers derived from aromatic alde-
hydes and 2AFPA gave the strongest responses (Fig. 3D). This
increase in total fluorescence seemed to be the result of an
increase in the rate of activation of the csgB promoter (Fig. 3E).
Interestingly, both polymers derived from aliphatic aldehydes,
P1-mod-IvA and P1-mod-OctA, were also inducing significant
levels of GFP fluorescence (Fig. 3B, yellow bars) despite being
one of the weakest performers in the crystal violet and aggrega-
tion assays before. However, these aliphatic polymers couldn’t
induce clustering (Fig. 2C and E, yellow bars) or an increase in
biomass (Fig. 1B, yellow bars), suggesting that in the presence
of these aliphatic polymers, MC4100 was unable to establish
surface-attached biofilms. This observation is in agreement
with some recent results that show that curli expression in
E. coli K-12 strains is upregulated in planktonic cells and
floating biofilms, also known as pellicles, but gets downregu-
lated once bacteria settle on solid surfaces.49

When we compared curli expression for MC4100 in the
presence of these polymers to that of PHL644, we could see
that, like in the case of biomass, MC4100 was now reaching
levels of GFP fluorescence similar to, if not higher than,

Fig. 3 Curli expression measured using a GFP reporter strain: (A) Schematic representation of the formation of curli fibres following polymer-induced
aggregation of bacteria, which leads to surface-attached biofilms. (B) Best preforming polymers identified in this assay. (C) Green fluorescence
against time for E. coli MC4100 pJLC-T cultures following incubation in 100 mM phosphate buffer at pH 7 in the absence (black, n = 10) and presence of
0.05 mg mL�1 of P1-mod-2AFPA (yellow, n = 8) or 2AFPA (blue, n = 3). Mean� 95% confidence intervals are shown. (D) Total GFP fluorescence for E. coli
MC4100 pJLC-T cultures in the presence of 0.05 mg mL�1 of P1 (black solid box) and functional polymers P1-mod-aldehyde (hollow boxes). (E) Rate
of increase of green fluorescence for E. coli MC4100 pJLC-T cultures in the absence and presence of 0.05 mg mL�1 of functional polymers
P1-mod-aldehyde. For box and whisker plots, median is shown as a line. Box extends from 25th to 75th percentile while whiskers go from minimum to
maximum value. Fit to a straight line together with prediction bands are shown.
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those for PHL644 (Fig. 3D). This increase in fluorescence was
particularly the case for P1-mod-2AFPA, P1-mod-OctA and
P1-mod-9AntA, the best performing polymers in this assay.
As before, incubation with aldehydes resulted in moderate
increases in GFP fluorescence but, in most cases, these increase
was lower than that of the corresponding functional polymers
(Fig. S11–S23, ESI†). Interestingly, none of the polymers was
able to induce curli expression in MC4100 faster than PHL644
(Fig. S24, ESI†), for which significant levels of GFP fluorescence
could be observed as early as 10 h after incubation. This differ-
ence suggests that a different mechanism of biofilm enhance-
ment occurs for PHL644 versus our polymers. In PHL644 the
mutation in ompR activates csgB expression, via the regulator
CsgD, in both exponential and stationary phase, although more
in stationary phase.50 Alternatively, we propose here that our
polymers mediate clustering which then triggers a physiological
response leading to curli production, taking a little longer than the
ompR234 mutation. These results again suggest that, while the
polymers may not be able to mimic all the changes introduced at
the genetic level by experimental evolution and gene editing, they
can be useful tools to modulate key phenotypes associated with
biofilm formation, such as biomass and curli expression.

2.5. Biocatalysis: synthesis of 5-fluorotryptophan

The last stage of our work was to evaluate if these hydrophobic
polymers could help a poor biofilm former such as MC4100
establish biofilms for biocatalysis. Previous work from our
team had suggested that this strain is significantly less efficient
than PHL644 in the synthesis of halotryptophans from serine
and haloindoles.43 Here, we decided to use the biotransforma-
tion of serine and 5-fluoroindole into 5-fluorotryptophan as a
model reaction. To this end, MC4100, transformed with pSTB7
(expressing the Salmonella typhimurium tryptophan synthase
which catalyses this biotransformation),51 was incubated in the
absence and presence of the functional polymers as described
above, and then treated with a buffer containing both starting
materials for this biotransformation. The supernatants were
then collected and the amount of 5-fluoroindole depleted
(Fig. 4C), and 5-fluorotryptophan produced (Fig. 4D), quantified
using HPLC (Fig. S47–S57, ESI†). It should be noted that this
reaction is reversible due to the degradation of 5-fluoro-
tryptophan catalysed by the native E. coli enzyme tryptophanase,
TnaA.52 Thus, to quantify the efficiency of this biotrans-
formation, an additional parameter, percentage conversion of
5-fluoroindole to 5-fluorotryptophan, was calculated (Fig. 4E).

Fig. 4 Biocatalytic activity: (A) schematic representation of polymer-induced biofilms for biocatalysis. (B) Best preforming polymers identified in this
assay. (C) Percentage of 5-fluoroindole depletion, (D) 5-fluorotryptophan appearance and (E) conversion of 5-fluoroindole to 5-fluorotryptophan for
E. coli MC4100 pSTB7 cultures following 48 h of incubation in 100 mM phosphate buffer at pH 7 in the presence of 0.05 mg mL�1 of P1 (black solid box)
and functional polymers P1-mod-aldehyde (hollow boxes), followed by incubation with reaction buffer for another 24 h. Median is shown as a line. Box
extends from 25th to 75th percentile while whiskers go from minimum to maximum value. Values for E. coli MC4100 (solid line with 25th to 75th
percentile) and E. coli PHL644 cultures (dashed line) incubated in the absence of polymers shown for comparison.
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In the absence of functional polymers, MC4100 pSTB7 was only
able to consume 21% of 5-fluoroindole (Fig. 4C) to yield 14% of
5-fluorotryptophan, in line with what has been reported for this
strain.43 As expected, MC4100 pSTB7 was less active than
PHL644 pSTB7, which was able to consume 44% of 5-fluoro-
indole while producing 37% of 5-fluorotryptophan (Fig. 4D).
This increased efficiency was reflected in the selectivity of the
biotransformation, with PHL644 pSTB7 outperforming MC4100
pSTB7 by 85% vs. 58% (Fig. 4E).

In line with our previous results, when MC4100 pSTB7 was
incubated with our hydrophobic polymers we observed an
increase in both the amount of 5-fluoroindole consumed and
5-fluorotryptophan produced by this strain, with aromatic
P1-mod-BnA, P1-mod-2NphA and P1-mod-9AntA being again
the best performing polymers. While none of the polymers
were able to help MC4100 outperform PHL644 in these two
areas, incubation of MC4100 pSTB7 with P1-mod-BnA resulted
in the same level of 5-fluoroindole depletion (Fig. 4C) while
incubation with P1-mod-2NphA and P1-mod-9AntA gave similar
levels of 5-fluorotryptophan to those produced by PHL644
pSTB7 (Fig. 4D). More importantly, when we analysed the
efficiency of the transformation of 5-fluoroindole to 5-fluoro-
tryptophan (Fig. 4E), these three aromatic polymers were
helping MC4100 pSTB7 outperform PHL644 pSTB7 and even
heteroaromatic P1-mod-3InA was now reaching similar levels of
conversion.

Interestingly, when we evaluated how this improvement in
MC4100 pSTB7’s ability to carry out this biotransformation
correlated with some of the phenotypes previously investigated,
we observed that this increase in performance was better
correlated to the ability of these polymers to increase the
amount of biomass and promote aggregation in MC4100 pSTB7
(Fig. 5A and B) but not to curli expression (Fig. 5C). This
correlation is in line with our observation that this adhesin is
overexpressed in floating but not attached biofilms,49 and that
biofilms are a suitable platform for this biotransformation.42–44

Similarly, there was a very poor correlation to the degree of
functionalization (Fig. S58, ESI†) or to the effect these polymers
have on the metabolic activity of MC4100 (Fig. 5D). Here, we

relied on the reduction of resazurin to highly fluorescent
resorufin by healthy cells, an assay that has been often used
to monitor aerobic respiration.53 While most functional poly-
mers reduced the metabolic activity of MC4100, this organism
remained viable in all cases, as shown by its ability to produce
curli or carry out biocatalysis in the presence of these polymers.
Only incubation in the presence of the unfunctionalized poly-
mer P1 (Fig. 5D, black dot) yielded levels of resorufin fluores-
cence close to those produced by dead cells; P1 was also one of
the worst performing polymers in the functional assays above,
in particular in terms of biomass production (Fig. 1) and
biocatalytic activity (Fig. 4). It is worth noting that PHL644
showed a higher metabolic activity than MC4100, something
that may support its increased ability to establish biofilms and
perform biocatalysis. It is remarkable thus that, while incuba-
tion with functional polymers reduced the metabolic activity of
MC4100 and, that in all cases, the metabolic activity of this
strain was lower than PHL644 (Fig. 5D), the efficiencies of
the biotransformations were reaching levels similar to those
of PHL64.

3. Conclusion

In conclusion, we have presented here a new methodology to
induce biofilms for biocatalysis in E. coli, one of the workhorses
in biotechnology. In our approach, synthetic polymers are used
as simple additives during microbial culture, promoting cell
clustering and the formation of biofilms. First, using an in situ
post-polymerization modification methodology, we identified
that hydrophobic polymers outperformed mildly cationic poly-
mers in promoting biofilms for PHL644, an E. coli strain that
forms biofilms well. Then, we demonstrate that these hydro-
phobic polymers induced biofilm formation also in MC4100, an
isogenic strain that forms biofilms poorly. Using this in situ
screening methodology we identified which chemistries are
best suited for this application, with aromatic and hetero-
aromatic polymers outperforming the equivalent aliphatic deri-
vatives. Our results indicate that these synthetic polymers

Fig. 5 Correlation of relevant phenotypes with 5-fluorotryptophan production: percentage of 5-fluorotryptophan appearance as a function of biomass
(as measured by crystal violet staining) (A), clustering (as measured by changes to optical density at 600 nm) (B), curli production (as measured by total
green fluorescence) (C), and relative metabolic activity (as measured by resorufin fluorescence) (D), for E. coli MC4100 cultures following 48 h of
incubation in 100 mM phosphate buffer at pH 7 in the absence (lower white dot) and presence of 0.05 mg mL�1 of P1 (black solid dot) and functional
polymers P1-mod-aldehyde (coloured dots), followed by incubation with reaction buffer for another 24 h. Where relevant, data for E. coli PHL644
cultures is shown (top white dot). Median and 25th to 75th percentiles shown for at least 4 replicates.
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promote cell clustering, resulting in an increase in biomass and
curli production, both key phenotypes in establishing E. coli
biofilms. Finally, we demonstrate that the biocatalytic activity
of E. coli MC4100 in a model transformation increased in the
presence of selected polymers. All together, our results indicate
that incubation with these synthetic polymers helps MC4100
match and even outperform PHL644 in the assays investigated,
including the biocatalytic transformation employed. Since PHL644
carries a single point mutation responsible for its increased ability
to colonise surfaces and form biofilms, our results suggest that
incubation with polymers can induce similar phenotypic changes
than those observed following gene editing.

We believe the presented work significantly advances the
state-of-the art, providing a new methodology to induce bio-
films for biocatalysis. The simplicity of this methodology,
coupled with its versatility, has allowed us to identify the best
performing chemistries and a set of hydrophobic polymers that
increases the biocatalytic activity of E. coli. Moreover, we believe
this work has an impact beyond biocatalysis, and should be
of relevance to others investigating beneficial applications
of biofilms. A similar strategy could be employed to induce
biofilms in other microorganisms such as probiotics or yeasts,
and develop new applications in food science, agriculture,
bioremediation or health. Our ambition is that this methodo-
logy can be used both by experts and non-experts to develop
new applications in these fields. Our efforts to identify new
applications of the reported in situ screening methodology, new
polymer compositions and topologies that promote biofilms in
other beneficial microorganisms, and how these microorgan-
isms are regulating the phenotypes observed at the genetic
level, will be reported in due course.

Author contributions

P. A., T. W. O. and P. F.-T. conceived and designed the
experiments. P. F.-T. and T. W. O. secured funding. P. A. and
A. R. prepared P1, and P. A. performed all other experiments.
P. A., T. W. O. and P. F.-T. analyzed the data and wrote the
paper, with all other authors contributing to the final version of
the manuscript.

Conflicts of interest

The authors declare the following competing financial interest:
P. A., T. W. O. and P. F. -T. are named inventors on a patent
application (WO 2021/209765 A2) related to this work.

Acknowledgements

P. F.-T. thanks the University of Birmingham for the John Evans
Fellowship and the Spanish Ministerio de Educación, Cultura y
Deporte for a Beatriz Galindo Award [BEAGAL18/00142]. P. A.
thanks the BBSRC’s Midlands Integrative Biosciences Training
Partnership MIBTP (BB/M01116X/1) for a PhD scholarship and
A. R. thanks the European Union’s Horizon 2020 Research and

Innovation Programme (Marie Sklodowska-Curie Grant Agree-
ment No. 795082).

References

1 R. M. Donlan and J. W. Costerton, Biofilms: Survival
Mechanisms of Clinically Relevant Microorganisms, Clin.
Microbiol. Rev., 2002, 15(2), 167–193, DOI: 10.1128/cmr.15.
2.167-193.2002.

2 L. Hall-Stoodley, J. W. Costerton and P. Stoodley, Bacterial
Biofilms: From the Natural Environment to Infectious Dis-
eases, Nat. Rev. Microbiol., 2004, 2(2), 95–108, DOI: 10.1038/
nrmicro821.

3 C. D. Nadell, K. Drescher and K. R. Foster, Spatial Structure,
Cooperation and Competition in Biofilms, Nat. Rev. Microbiol.,
2016, 14(9), 589–600, DOI: 10.1038/nrmicro.2016.84.

4 H.-C. Flemming, J. Wingender, U. Szewzyk, P. Steinberg,
S. A. Rice and S. Kjelleberg, Biofilms: An Emergent Form of
Bacterial Life, Nat. Rev. Microbiol., 2016, 14(9), 563, DOI:
10.1038/nrmicro.2016.94.

5 H.-C. Flemming and S. Wuertz, Bacteria and Archaea on
Earth and Their Abundance in Biofilms, Nat. Rev. Microbiol.,
2019, 17(4), 247–260, DOI: 10.1038/s41579-019-0158-9.

6 H.-C. Flemming, P. Baveye, T. R. Neu, P. Stoodley,
U. Szewzyk, J. Wingender and S. Wuertz, Who Put the Film
in Biofilm? The Migration of a Term from Wastewater
Engineering to Medicine and Beyond, npj Biofilms Micro-
biomes, 2021, 7(1), 10, DOI: 10.1038/s41522-020-00183-3.

7 A. Penesyan, I. T. Paulsen, S. Kjelleberg and M. R. Gillings,
Three Faces of Biofilms: A Microbial Lifestyle, a Nascent
Multicellular Organism, and an Incubator for Diversity, npj
Biofilms Microbiomes, 2021, 7(1), 80, DOI: 10.1038/s41522-
021-00251-2.

8 K. Lewis, Persister Cells, Dormancy and Infectious Disease,
Nat. Rev. Microbiol., 2006, 5(1), 48–56, DOI: 10.1038/
nrmicro1557.

9 J. Yan and B. L. Bassler, Surviving as a Community: Anti-
biotic Tolerance and Persistence in Bacterial Biofilms,
Cell Host Microbe, 2019, 26(1), 15–21, DOI: 10.1016/
j.chom.2019.06.002.

10 G. D. Bixler and B. Bhushan, Biofouling: Lessons from
Nature, Philos. Trans. R. Soc., A, 1967, 2012(370), 2381–2417,
DOI: 10.1098/rsta.2011.0502.

11 S. L. Percival, L. Suleman, C. Vuotto and G. Donelli,
Healthcare-Associated Infections, Medical Devices and Bio-
films: Risk, Tolerance and Control, J. Med. Microbiol., 2015,
64(Pt 4), 323–334, DOI: 10.1099/jmm.0.000032.

12 W.-J. Lee and K. Hase, Gut Microbiota–Generated Metabo-
lites in Animal Health and Disease, Nat. Chem. Biol., 2014,
10(6), 416–424, DOI: 10.1038/nchembio.1535.

13 W. E. Ruff, T. M. Greiling and M. A. Kriegel, Host–Micro-
biota Interactions in Immune-Mediated Diseases, Nat. Rev.
Microbiol., 2020, 18(9), 521–538, DOI: 10.1038/s41579-020-
0367-2.

14 P. Trivedi, J. E. Leach, S. G. Tringe, T. Sa and B. K. Singh,
Plant–Microbiome Interactions: From Community Assembly

Materials Horizons Communication

O
pe

n 
A

cc
es

s 
A

rt
ic

le
. P

ub
lis

he
d 

on
 2

1 
Ph

up
u 

20
22

. D
ow

nl
oa

de
d 

on
 2

02
6-

03
-1

6 
17

:4
1:

28
. 

 T
hi

s 
ar

tic
le

 is
 li

ce
ns

ed
 u

nd
er

 a
 C

re
at

iv
e 

C
om

m
on

s 
A

ttr
ib

ut
io

n 
3.

0 
U

np
or

te
d 

L
ic

en
ce

.
View Article Online

https://doi.org/10.1128/cmr.15.&QJ;2.167-193.2002
https://doi.org/10.1128/cmr.15.&QJ;2.167-193.2002
https://doi.org/10.1038/nrmicro821
https://doi.org/10.1038/nrmicro821
https://doi.org/10.1038/nrmicro.2016.84
https://doi.org/10.1038/nrmicro.2016.94
https://doi.org/10.1038/s41579-019-0158-9
https://doi.org/10.1038/s41522-020-00183-3
https://doi.org/10.1038/s41522-021-00251-2
https://doi.org/10.1038/s41522-021-00251-2
https://doi.org/10.1038/nrmicro1557
https://doi.org/10.1038/nrmicro1557
https://doi.org/10.1016/j.chom.2019.06.002
https://doi.org/10.1016/j.chom.2019.06.002
https://doi.org/10.1098/rsta.2011.0502
https://doi.org/10.1099/jmm.0.000032
https://doi.org/10.1038/nchembio.1535
https://doi.org/10.1038/s41579-020-0367-2
https://doi.org/10.1038/s41579-020-0367-2
http://creativecommons.org/licenses/by/3.0/
http://creativecommons.org/licenses/by/3.0/
https://doi.org/10.1039/d2mh00607c


This journal is © The Royal Society of Chemistry 2022 Mater. Horiz., 2022, 9, 2592–2602 |  2601

to Plant Health, Nat. Rev. Microbiol., 2020, 18(11), 607–621,
DOI: 10.1038/s41579-020-0412-1.

15 F. D. Andreote and M. C. P. Silva, Microbial Communities
Associated with Plants: Learning from Nature to Apply It in
Agriculture, Curr. Opin. Microbiol., 2017, 37, 29–34, DOI:
10.1016/j.mib.2017.03.011.

16 S. Seite and L. Misery, Skin Sensitivity and Skin Microbiota:
Is There a Link?, Exp. Dermatol., 2018, 27(9), 1061–1064,
DOI: 10.1111/exd.13686.

17 J. L. Baker and A. Edlund, Exploiting the Oral Microbiome
to Prevent Tooth Decay: Has Evolution Already Provided the
Best Tools?, Front. Microbiol., 2019, 9, 3323, DOI: 10.3389/
fmicb.2018.03323.

18 M. Gullo, L. D. Vero and P. Giudici, Succession of Selected
Strains of Acetobacter Pasteurianus and Other Acetic Acid
Bacteria in Traditional Balsamic Vinegar, Appl. Environ.
Microbiol., 2009, 75(8), 2585–2589, DOI: 10.1128/AEM.
02249-08.

19 R. Gaglio, M. Cruciata, R. D. Gerlando, M. L. Scatassa,
C. Cardamone, I. Mancuso, M. T. Sardina, G. Moschetti,
B. Portolano and L. Settanni, Microbial Activation of Woo-
den Vats Used for Traditional Cheese Production and
Evolution of Neoformed Biofilms, Appl. Environ. Microbiol.,
2016, 82(2), 585–595, DOI: 10.1128/aem.02868-15.

20 J.-L. Legras, J. Moreno-Garcia, S. Zara, G. Zara, T. Garcia-
Martinez, J. C. Mauricio, I. Mannazzu, A. L. Coi, M. Bou
Zeidan, S. Dequin, J. Moreno and M. Budroni, Flor Yeast:
New Perspectives Beyond Wine Aging, Front. Microbiol.,
2016, 7, 503, DOI: 10.3389/fmicb.2016.00503.

21 S. J. Edwards and B. V. Kjellerup, Applications of Biofilms in
Bioremediation and Biotransformation of Persistent
Organic Pollutants, Pharmaceuticals/Personal Care Pro-
ducts, and Heavy Metals, Appl. Microbiol. Biotechnol., 2013,
97(23), 9909–9921, DOI: 10.1007/s00253-013-5216-z.

22 G. Lear, Biofilms in Bioremediation: Current Research and
Emerging Technologies, Caister Academic Press, 2016.

23 M. Winn, J. M. Foulkes, S. Perni, M. J. H. Simmons, T. W.
Overton and R. J. M. Goss, Biofilms and Their Engineered
Counterparts: A New Generation of Immobilised Bio-
catalysts, Catal. Sci. Technol., 2012, 2(8), 1544–1547, DOI:
10.1039/c2cy20085f.

24 M. Berlanga and R. Guerrero, Living Together in Biofilms:
The Microbial Cell Factory and Its Biotechnological Impli-
cations, Microb. Cell Factories, 2016, 15(1), 165, DOI:
10.1186/s12934-016-0569-5.

25 M. Edel, H. Horn and J. Gescher, Biofilm Systems as Tools
in Biotechnological Production, Appl. Microbiol. Biotechnol.,
2019, 103(13), 5095–5103, DOI: 10.1007/s00253-019-09869-x.

26 R. L. Shahab, S. Brethauer, J. S. Luterbacher and M. H.
Studer, Engineering of Ecological Niches to Create Stable
Artificial Consortia for Complex Biotransformations, Curr.
Opin. Biotechnol, 2020, 62, 129–136, DOI: 10.1016/j.copbio.
2019.09.008.

27 M. P. Arena, V. Capozzi, G. Spano and D. Fiocco, The
Potential of Lactic Acid Bacteria to Colonize Biotic and
Abiotic Surfaces and the Investigation of Their Interactions

and Mechanisms, Appl. Microbiol. Biotechnol., 2017, 101(7),
2641–2657, DOI: 10.1007/s00253-017-8182-z.

28 E. A. Trush, E. A. Poluektova, A. G. Beniashvilli, O. S. Shifrin,
Y. M. Poluektov and V. T. Ivashkin, The Evolution of Human
Probiotics: Challenges and Prospects, Probiotics Antimicrob.
Proteins, 2020, 12(4), 1291–1299, DOI: 10.1007/s12602-019-
09628-4.

29 C. Beloin, A. Roux and J.-M. Ghigo, Escherichia Coli Bio-
films. in Bacterial Biofilms, ed. T. Romeo, Springer Berlin
Heidelberg, Berlin, Heidelberg, 2008, pp. 249–289, DOI:
10.1007/978-3-540-75418-3_12.

30 O. Vidal, R. Longin, C. Prigent-Combaret, C. Dorel,
M. Hooreman and P. Lejeune, Isolation of an Escherichia
Coli K-12 Mutant Strain Able To Form Biofilms on Inert
Surfaces: Involvement of a New OmpR Allele That Increases
Curli Expression, J. Bacteriol., 1998, 180(9), 2442–2449, DOI:
10.1128/jb.180.9.2442-2449.1998.

31 N. Perez-Soto, L. Moule, D. N. Crisan, I. Insua, L. M. Taylor-
Smith, K. Voelz, F. Fernandez-Trillo and A. M. Krachler,
Engineering Microbial Physiology with Synthetic Polymers:
Cationic Polymers Induce Biofilm Formation in Vibrio
Cholerae and Downregulate the Expression of Virulence
Genes, Chem. Sci., 2017, 8(8), 5291–5298, DOI: 10.1039/
C7SC00615B.

32 N. Perez-Soto, O. Creese, F. Fernandez-Trillo and A.-M.
Krachler, Aggregation of Vibrio Cholerae by Cationic Poly-
mers Enhances Quorum Sensing but Overrides Biofilm
Dissipation in Response to Autoinduction, ACS Chem. Biol.,
2018, 13(10), 3021–3029, DOI: 10.1021/acschembio.8b00815.

33 X. Xue, G. Pasparakis, N. Halliday, K. Winzer, S. M. Howdle,
C. J. Cramphorn, N. R. Cameron, P. M. Gardner, B. G. Davis,
F. Fernández-Trillo and C. Alexander, Synthetic Polymers
for Simultaneous Bacterial Sequestration and Quorum
Sense Interference, Angew. Chem., Int. Ed., 2011, 50(42),
9852–9856, DOI: 10.1002/anie.201103130.

34 L. T. Lui, X. Xue, C. Sui, A. Brown, D. I. Pritchard,
N. Halliday, K. Winzer, S. M. Howdle, F. Fernandez-Trillo,
N. Krasnogor and C. Alexander, Bacteria Clustering by
Polymers Induces the Expression of Quorum-Sensing-
Controlled Phenotypes, Nat. Chem., 2013, 5, 1058.

35 I. Louzao, C. Sui, K. Winzer, F. Fernandez-Trillo and
C. Alexander, Cationic Polymer Mediated Bacterial Cluster-
ing: Cell-Adhesive Properties of Homo- and Copolymers,
Eur. J. Pharm. Biopharm., 2015, 95, 47–62, DOI: 10.1016/
j.ejpb.2015.05.026.

36 E. Leire, S. P. Amaral, I. Louzao, K. Winzer, C. Alexander,
E. Fernandez-Megia and F. Fernandez-Trillo, Dendrimer
Mediated Clustering of Bacteria: Improved Aggregation
and Evaluation of Bacterial Response and Viability, Bioma-
ter. Sci., 2016, 4(6), 998–1006, DOI: 10.1039/C6BM00079G.

37 A. M. Krachler and K. Orth, Targeting the Bacteria–Host
Interface, Virulence, 2013, 4(4), 284–294, DOI: 10.4161/
viru.24606.

38 D. N. Crisan, O. Creese, R. Ball, J. L. Brioso, B. Martyn,
J. Montenegro and F. Fernandez-Trillo, Poly(Acryloyl Hydra-
zide), a Versatile Scaffold for the Preparation of Functional

Communication Materials Horizons

O
pe

n 
A

cc
es

s 
A

rt
ic

le
. P

ub
lis

he
d 

on
 2

1 
Ph

up
u 

20
22

. D
ow

nl
oa

de
d 

on
 2

02
6-

03
-1

6 
17

:4
1:

28
. 

 T
hi

s 
ar

tic
le

 is
 li

ce
ns

ed
 u

nd
er

 a
 C

re
at

iv
e 

C
om

m
on

s 
A

ttr
ib

ut
io

n 
3.

0 
U

np
or

te
d 

L
ic

en
ce

.
View Article Online

https://doi.org/10.1038/s41579-020-0412-1
https://doi.org/10.1016/j.mib.2017.03.011
https://doi.org/10.1111/exd.13686
https://doi.org/10.3389/fmicb.2018.03323
https://doi.org/10.3389/fmicb.2018.03323
https://doi.org/10.1128/AEM.&QJ;02249-08
https://doi.org/10.1128/AEM.&QJ;02249-08
https://doi.org/10.1128/aem.02868-15
https://doi.org/10.3389/fmicb.2016.00503
https://doi.org/10.1007/s00253-013-5216-z
https://doi.org/10.1039/c2cy20085f
https://doi.org/10.1186/s12934-016-0569-5
https://doi.org/10.1007/s00253-019-09869-x
https://doi.org/10.1016/j.copbio.&QJ;2019.09.008
https://doi.org/10.1016/j.copbio.&QJ;2019.09.008
https://doi.org/10.1007/s00253-017-8182-z
https://doi.org/10.1007/s12602-019-09628-4
https://doi.org/10.1007/s12602-019-09628-4
https://doi.org/10.1007/978-3-540-75418-3_12
https://doi.org/10.1128/jb.180.9.2442-2449.1998
https://doi.org/10.1039/C7SC00615B
https://doi.org/10.1039/C7SC00615B
https://doi.org/10.1021/acschembio.8b00815
https://doi.org/10.1002/anie.201103130
https://doi.org/10.1016/j.ejpb.2015.05.026
https://doi.org/10.1016/j.ejpb.2015.05.026
https://doi.org/10.1039/C6BM00079G
https://doi.org/10.4161/viru.24606
https://doi.org/10.4161/viru.24606
http://creativecommons.org/licenses/by/3.0/
http://creativecommons.org/licenses/by/3.0/
https://doi.org/10.1039/d2mh00607c


2602 |  Mater. Horiz., 2022, 9, 2592–2602 This journal is © The Royal Society of Chemistry 2022

Polymers: Synthesis and Post-Polymerisation Modifica-
tion, Polym. Chem., 2017, 8(31), 4576–4584, DOI: 10.1039/
C7PY00535K.

39 J. M. Priegue, D. N. Crisan, J. Martı́nez-Costas, J. R. Granja,
F. Fernandez-Trillo and J. Montenegro, In Situ Functiona-
lized Polymers for SiRNA Delivery, Angew. Chem., Int. Ed.,
2016, 55(26), 7492–7495, DOI: 10.1002/anie.201601441.
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