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Abstract: Protein aggregation and protein self-assembly is an important occurrence in
natural systems, and is in some form or other dictated by biopolymers. Very obvious influences
of biopolymers on protein assemblies are, e.g., virus particles. Viruses are a multi-protein
assembly of which the morphology is dictated by poly-nucleotides namely RNA or DNA.
This “biopolymer” directs the proteins and imposes limitations on the structure like the
length or diameter of the particle. Not only do these bionanoparticles use polymer-directed
self-assembly, also processes like amyloid formation are in a way a result of directed
protein assembly by partial unfolded/misfolded biopolymers namely, polypeptides.
The combination of proteins and synthetic polymers, inspired by the natural processes, are
therefore regarded as a highly promising area of research. Directed protein assembly is
versatile with respect to the possible interactions which brings together the protein and
polymer, e.g., electrostatic, v.d. Waals forces or covalent conjugation, and possible
combinations are numerous due to the large amounts of different polymers and proteins
available. The protein-polymer interacting behavior and overall morphology is envisioned
to aid in clarifying protein-protein interactions and are thought to entail some interesting
new functions and properties which will ultimately lead to novel bio-hybrid materials.
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1. Introduction

In nature, self-association and -assembly is a key factor for it to function. Whether it is
phospholipids forming the membranes of cells and organelles, proteins assembled within the lipid
bilayer for regulating trans-membrane transport, polynucleotides like RNA in combination with
proteins forming the ribosomes or the microtubules which are built from a protein dimer aggregating
up to 20-25 um in length with a width of only 25 nm, and not only provide strength to the cell but also
act as an intra-cellular highway along which transport occurs. In many of the processes, directed
protein assembly is pivotal and hence, understanding the assembly of proteins is an important aspect to
elucidate. Not only is this important in proper functioning biological systems, also many life-threatening
disorders are the result of improper or undesired aggregation of proteins or polypeptides.
In neurodegenerative diseases like Parkinson’s, Alzheimer’s and Huntington’s disease the common mutual
cause is the atypical aggregation of proteins [1]. While the proteins by themselves do not necessarily
aggregate, it is often associated with partial denaturation or from partial cleavage creating a polypeptide,
which induces the aggregation, or because of a polypeptide mutation (polyglutamine) [2,3]. One can
say that a biopolymeric species induces proteins to aggregate creating such disorders. Other systems
where a biopolymer dictates protein aggregation are, e.g., virus particles, which are used in many
approaches for new materials synthesis [4,5]. A virus consists of small capsids, protein structures,
which self-assemble around a polynucleotide (RNA or DNA). The size, shape and stability of these
virus particles is dictated by the presence of the biopolymer, and though without its presence some
viruses are still able to self-assemble; the overall structure or morphology is affected because of the
absence of it [6].

Studying protein assembly behavior and especially the ability to direct it, as mentioned above, is not
only important for understanding nature and developing new treatments for protein aggregation related
disorders but also for the development of new types of (bio-hybrid) materials. In nature, many of the
processes are dictated by polymeric species (oligo- and polypeptides/polynucleotides) and therefore it
is important to highlight the progress made in synthetic polymer induced and polymer directed protein
assembly with respect to the development of new systems and approaches. In this review, the directed
assembly of proteins with synthetic polymers is discussed, ranging from non-covalent systems where
coordination and interaction between protein and polymer is facilitated via electrostatic interactions,
and other non-covalent interactions like hydrogen bonding and hydrophobic interactions. Additionally,
many systems are based on combining the protein and the polymer covalently [7]. Covalently connecting
the polymer and protein alters the behavior, response and stability of the protein and increases
compatibility with other polymeric systems, e.g., in phase-separated block-copolymer system [8,9].

Using polymers for directed protein assembly is very attractive because of the highly diverse
character of synthetic polymers. At present time there are so many different types of polymers available,
each with its own properties and responsiveness. Charged polymers are very useful because proteins
are charged and electrostatic interactions are a very convenient approach for assembly (Figure 1a).
The charges on proteins originate from the amino acids within the polypeptide structure and the amino
acids also possess various reactivities in the form —NH; (lysine), COOH (glutamic acid, aspartic acid),
Aryl-OH (tyrosine) or —SH (cysteine). These reactive amino acids can be used as a tool for
functionalization either to attach polymers directly or be modified in order to be able to grow the
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polymers directly from the protein surface (Figure 1c) [10—12]. Also possible is a combination of the
two approaches, while some proteins would not display any affinity for certain polymers or oligomers,
when modified with a small molecular component or receptor, specific and direct assembly can be
induced which combines very well with many supramolecular polymeric hydrogel systems [13].
In such coordinated systems, charge interactions with specific metal ligand residues is possible, but
also hydrophobic interactions or hydrogen-bonding can be used (Figure 1b). In the following sections,
the mentioned approaches will be addressed according to the most recently performed studies and
system developments.

Figure 1. Schematics of (a) polymer protein interactions by opposite charges (reprinted
with permission from [14]); (b) Covalent functionalization of the protein to incorporate
specific receptor-like interactions with polymeric systems (reprinted with permission
from [15]); (c) Covalent attachment to- and growing from the protein surfaces (reprinted
with permission from [7]).
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2. Electrostatically Directed Protein-Polymer Assembly

Electrostatic interactions are one of the most frequently used approaches for combining polymers
and proteins mainly because the different components can be easily used in aqueous solutions under
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ambient conditions which is convenient for proteins. Also the surface charge of proteins can be adjusted
by controlling the pH. The available lysine, arginine and histidine residues provide positive charges
while negative charges reside on the aspartic acid, glutamic acid and tyrosine residues. Each has a
certain pK, and thus can be switched between charged and neutral depending on the pH. This allows
for controlled interactions with polyelectrolyte polymers and provides the possibility to release the
protein or to disassemble a complex structure [14,16]. This has been used to create electrostatically
assembled protein-polymer structures in solution as well as on surfaces [17]. In some systems,
a natural polyanionic structure is involved in the assembly process namely, virus particles. The virus
capsids (viral protein subunits) can be redirected by removing the nucleotide strand and replacing it
with a synthetic polymer to alter the morphology. The native nucleotide can also be used to direct the
assembly in a non-natural fashion. While in principle the particle morphology is maintained when the
capsids aggregate around it, when e.g., a surface, is modified with the RNA of the respective virus in a
brush-like manner, surface directed growth can be initiated [18].

2.1. Solution Assembled Structures via Electrostatics

Electrostatic interactions between proteins and polymers are important in many biological
settings. An important class of biopolymers which naturally have electrostatic interactions with
proteins are glycosaminoglycans. These are flexible polysaccharides, which are decorated with
carboxylic acid residues and sulfate groups. Glycosaminoglycans are found on the cell surface and in
connective tissue where it functions as an important component of the extracellular matrix [19]. One
class in particular which has many different functions are the “heparinoids”, which regulate cell -adhesion,
-differentiation, -signaling and anti-coagulation [20]. Because of the anti-coagulation properties in
blood, it is also used as a post-operative medicine to prevent thrombosis, although nowadays a
synthetic variant of lower molecular weight is used to decrease side-effects. Just by looking at the
processes of these natural occurring polyelectrolytes (PE) one can recognize that there are many
possibilities to transform this concept into a synthetic system and expand upon it to create hybrid
structures, which are useful not only for medical applications but also for industry as a way to
introduce enzymes into environments that would normally not allow for enzymatic activity. A recently
extensive review by Kayitmazer et al. provides an in-depth analysis of the physical properties and
interactions in polyelectrolyte-protein systems [21].

The polyelectrolyte-protein interaction and the nano-sized structures that are produced are regarded
as a promising way for intra-cellular delivery of proteins. There are two main approaches for the
fabrication of the electrostatically derived polymer-protein complexes. The charged polymer and the
protein can be mixed and it aggregates into a hybrid soft nanoparticle-like structure or a predetermined
charged soft polymeric nanoparticle structure is prepared, so called microgels, which acts as a porous
hydrogel particle capable of binding oppositely charged species [14]. Simple mixing provides a
convenient way of adjusting the system without too much synthetic effort, and it is easy to mix in
various other types of charged species or attempt a layer-by-layer type of assembly. Because the
charge of the protein, and also often that of the polymer, can be adjusted by simply changing the pH,
it is a convenient way to induce disassembly. This has been done for various combinations of
negatively charged as well as positively charged proteins. For this purpose, linear poly(amidoamine)s
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were synthesized via a poly-addition via a Michael-type reaction using histamine which provides the
positive charges at neutral pH. This positively charged polyelectrolyte was mixed with B-galactosidase
which is overall negatively charged at neutral pH. Mixing the two components resulted in the
formation of hybrid nanoparticles with a size of 100—150 nm in diameter (Figure 2). The protein up-take
was determined to be about 95% and could be released via acidification of the medium or via the
reduction of a build-in disulfide bridge in the linear polymeric array [22]. It is important to have more
than one way of releasing the protein contents from the overall structure because in this particular case
the pH needs to be lowered to pH 5 and is not always physiologically feasible. Although pH 5 is still
viable in some cases, other examples where e.g., the polymer, is targeted by protonating carboxylic
acid moieties, the pH needs to be even lower which is not often found in vivo. For the in vitro study of
intra-cellular uptake of the cationic-PE/B-galactosidase complex into COS-7 cells, it was found that
internalization of up to 94% of the cells was achieved with absence of any cell toxicity.

Figure 2. Schematics of the cationic polyelectrolyte in combination with the negatively
charged protein (B-galactosidase) producing hybrid protein-polymer nanostructures (reprinted
with permission from [22]).
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A similar approach was used to create complexes with insulin. For this a charged oligo-peptide in
the form of an oligo-lysine and oligo-arginine was connected to a linear polyethylene glycol (PEG).
Upon mixing of a fixed concentration of insulin with varying amounts of the cationic oligo-peptide-PEG
structure, differently sized structures were obtained in the range between ~100—-1800 nm with increasing
amounts of cationic polymer [23]. This increase in size was associated with a reversal of surface charge
going from negative for pure insulin to positive upon addition of the cationic oligo-peptide structure,
which indicates coordinating and enclosing the protein. The release was studied by introducing the
protein-polymer complex into simulated intestine fluid at pH 6.8 and displaying a controlled release,
which was influenced by the type of oligo-peptide used and the length of the PEG-chain. In addition to
having a controlled release system, the assembled structure can also provide stability or protection against
denaturing or inactivating conditions. While insulin without complexation to the cationic oligo-peptide
displayed a very fast degradation in the presence of trypsin and a-chymotripsin (within ~60 min), the
complex displayed prolonged stability and had a much slower degradation rate.

While in some cases the protein is protected by the polymer, one needs to take care that only
coordination occurs and no other effect will influence or harm the protein structure or function.
This was demonstrated by Kurinomaru et al. who encapsulated/complexed a-amylase and B-galactosidase
with poly-allylamine [24]. In order to recover the protein as a “free” structure, poly-acrylic acid was
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added to interact with the cationic poly-allylamine and thereby setting free the protein. The protein was
found to be deactivated with respect to catalytic activity, which was caused by the loss of secondary
structure and was confirmed by circular dichroism. So, although there is reversible complexation,
in this case it is not useful since the protein does not function properly anymore after release. To prevent
this, they designed a new polyelectrolyte block-copolymer in the form of poly(N,N-diethylaminoethyl
methacrylate)-block-poly(ethylene glycol). This also displayed complexation of the protein but in a
more controlled fashion. The aggregates not only remained small, two orders of magnitude smaller
than for the poly-allylamine, but also after the addition of poly-acrylic acid the liberated protein still
displays catalytic activity. This is a clear example which demonstrates that just complexation-release
studies is not enough to obtain interesting hybrid protein-polymer structures but also that one needs to
take care to ensure that the function of the protein is not compromised during the process.
The described process here deactivates the protein during mixing with the cationic polyelectrolyte and
activity is regained after removal. Also possible is that activity is retained during complexation and in
that case it can be regarded as a protected activated enzymatic container allowing for the use of the
enzyme in otherwise impossible reaction conditions, e.g., in organic solvents. This would be very
convenient for industrial applications since enzymatic catalysis offers high selectivity but is limited to
mild aqueous conditions. Wilson and coworkers co-aggregated penicillin G acylase with polyionic
polymers polyethyleneimine and dextran sulfate, creating a protein-polymer ammonium sulfate like
complex which afforded complexes which were tolerant to organic cosolvents (dioxane) up to 60%
without too much inactivation of the enzymatic activity. The created micro-environment assures
stability by rigidity of the matrix surrounding it and hence denaturing effects of the organic cosolvent
is minimized [25].

2.2. Surface Assembled Electrostatic Structures

The formation of solution-based structured complexes can also be translated to surface-confined
structures. By using a similar approach of electrostatic adsorption of proteins onto a charged surface [26]
will allow for a controlled surface structuring of proteins and polymers in various combinations.
However, on surfaces one needs to take particular care of denaturation at the surface after binding
since adsorption can result in (partial) denaturation of the protein structure, especially on hard surfaces [27].
While in general brush-like and hydrogel-like layers, e.g., polyethylene glycols, attached to the surface
will repel proteins [28,29], using charged polymers will result in attraction when the appropriate
charge is being used. The main driving force is the replacement of several counterions from the
brush-layer into the solution medium upon complexation of the protein which makes it entropically
favorable while the multiple opposite charges ensure strong binding (Figure 3a) [30,31]. In order to
remove the proteins from the surface, either changing the pH to remove any charge interactions is
needed or extremely high concentrations of strongly coordinating counterions to overcome the entropic
penalty for protein removal. When attracting proteins onto a charged surface, one can rely on the so-called
layer-by-layer deposition, which is commonly used for the controlled fabrication of layered surfaces
using oppositely charged polyelectrolytes [32]. These layered structures can also be formed when
exchanging one of the polyelectrolytes for a similarly charged protein. In this case, an alternating
sequence of polymer-protein-polymer-protein is created by alternatingly dipping the surface in the
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polymer and protein solution. These hybrid layers are regarded as useful for coating materials,
biodegradable coatings, drug delivery layers and biocompatible films. One such system has recently
been developed which displays multilayers of insulin with negatively charged polyelectrolytes namely,
polystyrene sulfonic acid and hyaluronic acid [17]. First poly(diallyldimethylammonium chloride) was
adsorbed onto a negatively charged silicon oxide substrate. This was then alternatingly subjected to a
solution of polystyrene sulfonic acid and insulin or hyaluronic acid and insulin. A steady increase in
thickness was observed after every dipping procedure. This approach with similar interactions towards
polyelectrolytes can be generalized for other combinations as well which offers the potential of creating
complex films with potentially different protein sequences internalized inside the film (Figure 3b) [33].

Figure 3. (a) Uptake of proteins by polyelectrolyte brushes. A positively charged patch on
a protein can replace the counterions in a negatively charged polymer brush, despite the
fact that the overall charge of the protein is negative. The counterions from the surface of
the protein, and the counterions from the polymer brush are released into the bulk of the
solution. The increase in entropy upon counterion release is the main driving force for
protein adsorption on the “wrong side” of the isoelectric point, i.e., when the net charge of
the protein globule has the same sign as the chains in the brush (reprinted with permission
from [31]); (b) Schematic of protein adsorption onto/into polyelectrolyte multilayers. (1 and 2)
Apparent monolayers. (3 and 4) Apparent multilayers (reprinted with permission from [33]).
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As mentioned, polyethylene glycol will repel proteins from the surface while charged polymers
may attract them. This notion allowed for the development of more complex films where there is a
combination of attractiveness and repulsion in a single system. Delcroix et al. used a mixed brush
system in which both polyethylene glycols as well as poly-acrylic acid was grafted onto the surface.
Both polymer-types can be made to collapse or extend depending on the stimuli applied. Ethylene
glycol generally collapses with increasing temperature due to the lower critical solution temperature
while acrylic acid tends to “precipitate” when decreasing the pH or change conformation with
deviating ionic strength [34]. This approach resulted in a mixed combination of an attractive and
repelling surface where initially, in the mixed phase where both polyethylene glycol and polyacrylic
acid are extended, albumin is adsorbed by the favorable interactions with the negatively charged
acrylic acid. Lowering the pH or increasing the ionic strength leads to collapse and reduced attraction
between the acrylic acid and the albumin. Additionally, the repulsive effect of the polyethylene glycol
ensures fast release of the protein from the surface. These “smart” surfaces are expected to be
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developed further in the near future as potential bio-sensing platforms or anti-fouling surfaces.
This “smart” triggered approach was also demonstrated by using a block-copolymer system based on
poly(N-isopropylacrylamide)-block-2-(dimethylamino)-ethyl acrylate) (PND) [35]. In solution, the
anionic fluorescent protein mCherry coordinates to the micelle forming PND via electrostatic
interactions with the positively charged dimethylamino-ethyl acrylate. Either by lowering the pH or
increasing the temperature the dimethylamino)-ethyl acrylate and N-isopropylacrylamide are affected,
respectively. Both situations induce release of mCherry. This approach not only functioned in solution
but was also transferred to thin phase-separated block-copolymer films.

2.3. Artificial Assembly of Virus Particles

In the above described section, the binding of the proteins to the polyelectrolytes resulted in fairly
unspecific structures without a high degree of internal structural control or specific overall morphology.
These mixed systems are in general not as defined as natural systems. One protein system in particular
interacts very specifically with polyelectrolytes, and that is viruses. These particles are composed of
sometimes several thousand protein subunits, and they assemble in a highly defined fashion around the
negatively charged biopolymer namely, RNA or DNA [6]. The oligonucleotide initiates the assembly
process and also dictates specific morphology and size. The controlled assembly of the viral coat
proteins around the natural RNA-sequence can be used to target, e.g., surfaces, when the RNA is
attached by one side to a planar or particle surface, the same directed protein assembly can be used to
structure the surface with coat proteins. This has been shown where the native RNA was attached via a
streptavidin-biotin label onto the surface of silicon oxide on which the viral assembly process was
initiated and resulted in reconstituting the morphology from the bottom-up [18]. While this results in a
surface modification/structuring via the natural assembly process, alternatively it is also possible to initiate
aggregation in solution by exchanging the natural anionic biopolymer (RNA) for a synthetic
polyelectrolyte. When the viral coat proteins are separated from the RNA and isolated, they often still
are able to re-assemble, but in a different structure/morphology or with an altered symmetry. Cowpea
chlorotic mottle virus (CCMV), which normally assembles around a single stranded RNA structure
was mixed with a double stranded DNA as an anionic biopolymer template [36]. It was found that this
extended polynucleotide, which is more rigid than the virus’s original single stranded RNA, allows for
assembly into rigid rod-like structures. By offering an alternative template, the assembly process is
redirected and completely new structures arise. This approach was also taken using a synthetic
fluorescent polymer consisting of a rhodamine B labeled polystyrene sulfonate [37]. Depending on the
size of the polyelectrolyte, differently sized virus-like particles (VLPs) were formed. With a molecular
weight of about 1 MDa and lower, the VLPs formed are about 22-23 nm in diameter which is consistent
with a T = 2 triangulation number consisting of 120 protein units organized into 12 pentamers of dimers.
When the molecular weight is increased to 2-3.4 MDa, the VLPs displayed a diameter of 27-28 nm,
which indicates a T = 3 structure containing 180 subunits arranged in 12 pentamers and 20 hexamers [38].
Similar rod-like and globular particle structures with ccmv were obtained when mixed with a
semi-conducting polymer poly-2-methoxy-5-propyloxy sulfonate phenylenevinylene (MPS-PPV).
By controlling the polymer conformation using different ionic strengths, going from low to high ionic
strength, the morphology changed from rod-like to mixed rod-like/globular to finally completely
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globular. Additionally, the fluorescent properties also changed with the polymer conformation
obtaining not only different overall particle morphologies, but also with different optical and electronic
properties [39]. Future research will produce more of these biohybrid materials since new morphologies
with new applications will emerge and the strength of combining electrostatic interactions with
synthetic and biological structures is a straightforward and easy way of fabrication and allows also for
large-scale fabrication under mild aqueous conditions. Not only for the directed intra-viral self-assembly
but also for the directed aggregation of inter-viral assemblies where particles are directed by the
surface charge and complementary charged polymers of different architectures and controlled/reversed
by factors like ionic strength, pH or temperature [40].

3. Directed Assembly of Polymer-Protein Conjugates

When directing the assembly of proteins, non-covalent forces are not always sufficient for
coordination or to direct the protein in a specific way. In recent years, covalently connecting polymer
and protein has become an important research area and the protein-polymer conjugates produce new
classes of materials, which are not accessible using non-covalent interactions alone. There are various
methods for achieving the covalent connection between a protein and a polymer and the topic is a
much reported one. Therefore, the reader is directed to one of the recent reviews on the matter which
offer a broad perspective on synthetic approaches for protein modifications and in particular using
different polymerization techniques, e.g., grafting to and grafting from which the latter is performed
via controlled radical polymerizations (ATRP or RAFT) [10,15,41].

By covalently connecting the polymer and protein, new bio-block-copolymers emerge either in the
form of one linear synthetic polymer attached to one side of the protein which results in a
semi-structured block-copolymer but also when several polymers are attached to a central protein
structure, a star-block-copolymer is formed which in some ways can be regarded as a core-shell hybrid
microgel-like structure. These types of structures have been used in different settings, forming various
novel materials in thin films and by solution-based aggregation or interface directed self-assembly.
Additional directional assembly and environmental responsiveness is incorporated when responsive
polymers are used of which N-isopropylacrylamide (NIPAAm) is probably the most popular one.

3.1. Protein-Polymer Block-Copolymers

Block-copolymers have been known for many years and are able to phase-separate into various
structures in bulk and thin films like micellar/cylindrical/lamellar but also in solution various
morphologies and architectures can be achieved in the form of micelles, elongated micelles and bilayer
structures [42]. The concept of block-copolymer behavior has been extended towards protein-polymer
structures in which the protein is considered as one of the blocks. In this way, depending on the
difference in polarity between the protein and polymer used as well as the relative lengths, one can
predict more or less where the protein will end-up.
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3.1.1. Self-Assembly in Phase-Separating Thin Films

In order to achieve surface confined protein structures with a distinct arrangement, surface patterning
via contact printing of protein structures or covalent connecting proteins to a predetermined reactive
surface pattern is usually the preferred method [43,44]. However, the features obtained by contact
printing are limited in size and coordination, or adsorption of proteins onto block-copolymer thin films
offer a two-step approach of first, film formation and second, protein adsorption, to achieve nano-sized
protein features on surfaces. This approach has been performed using polystyrene-block-poly(methyl
methacrylate) as well as polystyrene-block-polyvinylpyridine, in combination with immunoglobulin G,
protein G, mushroom tyrosinase and horseradish peroxidase [45,46]. It was found that one of the
phases in the phase-separated amphiphilic block-copolymer film could be used to bind the protein and
therefore direct the assembly of the proteins and create well-ordered nanoscale protein features.

The two-step method has the advantage that the film morphology can be controlled and since
protein adsorption is in a separate step, it is possible to use other proteins as well with either different
phase-preference or with other intrinsic protein properties (catalysis, storage, fluorescence, specific
binding affinities etc.). However, to expand the scope a one-step approach has been developed as well.
Here the second block is composed of the protein structure and a single polymer chain is attached.
Olsen and coworkers used an engineered red fluorescent protein, mCherry, which was modified to
contain one exposed cysteine residue making a thiol-functionality available for covalent attachment of
a single polymer. Onto the thiol, a pre-synthesized poly-NIPAAm chain was attached which has on
one end a maleimide-functionality which is able to conjugate to a thiol-group under mild conditions [47].
The use of pPNIPAAm is a clever choice since it allows for water to be used as a non-selective as well
as a selective solvent, which is normally a way to influence assembly behavior in block-copolymer films.
Above the lower critical solution temperature (LCST, ~32-37 °C) pNIPAAm is non-compatible with
water due to dehydration and therefore water is only selective towards the protein phase. At room
temperature pNIPAAm is fully hydrated and water soluble, making room temperature water
a non-selective solvent for the system. The use of water at moderate temperatures ensures that the
secondary structure of the protein is not compromised. It was found that the newly developed
block-copolymer structures displayed similar thin film morphologies as conventional block-copolymers
and depending on the treatment and temperature various structures were obtained like lamellae and
hexagonally perforated lamellae (Figure 4). The assembly behavior of these protein-polymer conjugates
were found to be dependent on the relative block-size just like conventional block-copolymer. Since the
protein structure cannot be expanded, the size of the pNIPAAm-block was varied [48]. Depending on
the length of the pNIPAAm in combination with the conjugate contents (wt %) and solvent quality
which is controlled by the temperature, a complete phase diagram was established which displayed
many of the commonly seen morphologies ranging from disordered, micellar, cylindrical to lamellar
and perforated lamellar (Figure 4) [49].
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Figure 4. (a) TEM images for as-cast mCherry-PNIPAM block copolymers. (1) Cylinders
cast from a polymer-selective solvent. The white arrow shows an example of cylinders
parallel to the field of view, and the black arrow points out perpendicular cylinders.
(2) Lamellae cast from a polymer-selective solvent. (3) Cylinders cast from a nonselective
solvent. (4) Nanostructure cast from a nonselective solvent. The white arrow designates a
region of perforated lamellae, and the black arrows show side-on and edge-on cylindrical
nanostructures. (5) Disordered lamellae cast from a nonselective solvent. (6) Disordered
micelles cast from a protein selective solvent. (7) Hexagonally packed micelles cast from a
protein-selective solvent. (8) Hexagonally packed micelles cast from a protein selective
solvent (reprinted with permission from [48]); (b) Phase diagrams of (1) mChP8 (2) mChP17
(3) mChP30 (4) mChP57 (P plus number depicts M;, of pNIPAAm in kD) as a function of
temperature and concentration. The various phases are denoted as disordered (Dis),
disordered micellar (DM), non-birefringent lamellar (NB Lam), lamellar (Lam),
nonbirefringent hexagonal (Hex), hexagonally packed cylinders (HPC), and perforated
lamellar (PL). Open symbols represent regions where macrophase separation between a
conjugate rich ordered phase and a water-rich phase is observed. (reprinted with
permission from [49]).
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3.1.2. Self-Assembly in Solution

Self-assembly of protein-polymer block-copolymers is not limited to bulk/thin films. The protein is
obviously hydrophilic and when a polymer is attached which is incompatible with water or becomes
incompatible with water upon applying special conditions like increased temperature (pNIPAAm) or
a change in pH (pAAc for low pH, pEI for high pH), an amphiphilic system is created which is able
to self-assemble in very much the same way as conventional surfactants or amphiphilic synthetic
block-copolymers do [50].

One of the first examples of such a system came from Nolte and coworkers which used lipase B
from candida antarctica (CALB) onto which a polystyrene chain was attached via a maleimide-thiol
conjugation. Only one chain of ~40 styrene-units per protein was attached and dispersing the
bioconjugate in water resulted in micrometer long rods and bundles of rods with a diameter between
25 and 30 nm which is in good agreement with twice the conjugate-size [51]. Since then the available
structures has expanded and also vesicles as well as micellar aggregates have been developed (Figure 5)
creating the same self-assembled morphologies as one would expect from conventional surfactants
and amphiphilic block-copolymers but now with locally arranged protein structures on the surface of
the aggregates [50].
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Figure 5. (a) (A) schematic representation of the ‘grafting to’’ synthesis of Giant
Amphiphiles through the i direct and ii indirect bioconjugation approach. Morphologies
of Giant amphiphiles: (A) CALB-PS micellar rods, (B) BSAPS vesicles, (C) BSA-PA@Bz
and (D) BSA-PA@C,o spherical structures, (reprinted with permission from [50]);
(b) Representation of stimuli responsive “smart” giant amphiphile (reprinted with
permission from [50]).

Bloconjugation sites:

=> Unique a.a.
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Similar approaches can be taken as for the previously described thin film systems. When taking a
water soluble polymer, which is able to change the preference towards water upon applying a stimulus,
controlled association and dissociation is possible. Also this allows for a more convenient synthetic
approach since the complete synthesis can be performed in water instead of using a cosolvent as was
needed in the case for CALB in combination with polystyrene. This also opens the gate towards less
stable and more delicate proteins. In that respect, onto EGFP (enhanced green fluorescent protein)
different random copolymers of ethylene glycol methyl ether acrylate (EGMEA) and methoxy ethoxy
ethyl acrylate (MEEA) were conjugated with different relative ratios [52]. The created polymer is
temperature responsive and with increasing temperature it becomes dehydrated and precipitates.
The different ratios affect the temperature where the dehydration occurs and hence, more control is
obtained on the aggregation behavior and hence, application. It was found that the aggregate size could
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be affected in a reversible manner by increasing and decreasing the temperature, which increases and
decreases the size of the aggregate, respectively. The protein-polymer block-copolymer concept has
even been extended towards triblock-copolymers with additional possibilities with post-modifications
of the polymer via “click”-reactions [53,54]. The attachment of a single polymer chain onto a single
protein can also be done by using the protein-cofactor combination. The cofactor can be reversibly
removed and reconstituted, so when the cofactor is modified with the polymer and introduced to the
“empty” protein without cofactor (Apo-variant) in situ, the protein-polymer conjugate structure is then
formed [55]. This approach was performed using horseradish peroxidase and myoglobin which both
use protoporphyrin IX as a cofactor. This resulted also in a giant amphiphile formation as well as a
triple hybrid block-copolymer structure [56]. In this case the structure formation and assembly is
reversible since the cofactor can be removed via oxidation or coordination of additional ligands to the
heme-like group. Also linear polymeric protein-polymer structures were constructed with this method
were a single polymer with a heme-group attached on one end was covalently attached to the protein
with the other end of the polymer. Upon reconstituting the cofactor, the protein-polymer structures
formed a linear array of chemically-controlled supramolecular protein polymer structures [57].

3.2. Protein Centralized Multiple Polymer Grafts

In many cases, the protein has more than one reactive functionality, and hence during modification
more than one polymer is attached giving it more the character of a protein-core/polymer-shell soft
microgel-like particle. One of the earlier approaches was performed on Bovine Serum Albumin (BSA),
which was reduced to have more reactive cysteine-groups exposed and was subsequently functionalized
with a radical initiator used in ATRP-reactions and polymers were grown in a controlled fashion [11].
This led to many sequential studies on how to design other protein-multiple polymer systems as well
as investigating their behavior with respect to remaining catalytic activity and also directed
self-assembly [58]. One such directed assembly is towards interfaces, which is facilitated by the
polymer that surrounds the protein structure.

Proteins by themselves as stated earlier can be regarded as bionanoparticles in the sense that in a
certain way they behave like particles. Colloidal particles are able to interact with interfaces and tend
to assemble at these because of minimization of surface interaction energies and this allows colloidal
particles to stabilize polar-apolar interfaces [59]. In addition to the conventional “hard” colloids also
“soft” (polymeric hydrogel) colloids are also able to stabilize interfaces and hence proteins, which can
also be regarded as “soft” deformable colloids, stabilize interfaces as well [59]. The ability of interface
stabilization by protein structures has been shown for small proteins, globular virus particles as well as
tubular particles [60,61]. The adsorption of proteins onto polar-apolar interfaces is not restricted to
liquid-liquid interfaces but also applies to liquid-gas and liquid-solid. One of the drawbacks of proteins
at interfaces is that they tend do denature up to a certain extend [62]. Surrounding the protein with a
polymer shell prevents such denaturation and also is able to direct the assembly. While PEGylated
surfaces, the attachment of polyethylene glycol chains, is regarded as a way to prevent bio-fouling and
protein adsorption, when applying the PEG-based polymer onto the protein surface also a reduced
adsorption tendency and a more reversible adsorption is created [63]. Russell and coworkers also used
a glycol-based polymers attached onto ferritin [64]. Here, instead of a linear PEG, a PEG-methacylate
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was used and was grafted from the ferritin surface by first functionalization of the surface with an
ATRP-initiator via a maleimide-coupling followed by controlled polymerization using ATRP.
While normally PEGylation would prevent surface assembly, it was used to direct the assembly in
phase separated polystyrene-block-polyethylene glycol thin films. Due to compatible interactions, the
protein-polymer conjugate selectively incorporated into the polar phase.

PEGylation prevents the protein-polymer particle to stick to the surface while the attachment of
other polymers make it stick very well. It was found that attaching pNIPAAm to ferritin via the same
principle, an increased preference towards polar-apolar surfaces was created [65]. Not only at liquid-liquid
interfaces but also onto hydrophobized silicon oxide surfaces [66]. The enhanced assembly at the
interface of oil-in-water emulsions resulted in highly stabilized emulsion systems which were
transformed into stable protein-polymer capsules by additional cross-linking of the polymer matrix
which displayed such a high toughness and flexibility that even anisotropic capsule-networks were
formed by intense mixing via extrusion [67,68].

3.3. Virus-Polymer Conjugates

Virus particles in general are attractive protein-based particles which show great promise in
bionanotechnology, as they have been used as, e.g., delivery vessel, templates, nanowires, liquid
crystals [69—71]. It is only natural that virus particles are combined with polymers, not only in a
non-covalent fashion as described above but also covalently. It has already been shown that the
modification of virus particles with polymers increases their stability, and therefore, even allows them
to be transferred to an organic solvent without disassembling, being more tolerant towards elevated
temperature [72]. This was also shown by intra-viral capsid cross-linking using a polymer with
multiple alkyne-groups attached to the backbone, which was allowed to react with a surface modified
bacteriophage QB containing several azide moieties [73]. Via a Cu-catalyzed “click” reaction, the
surface was coated with the polymer that covalently connected the individual viral capsids in the case
when one polymer reacted with several capsids. It was found that the overall structure was maintained
even until 100 °C. Using the same approach for surface functionalization only with a radical initiator
attached to the azide instead of a linear polymer, various polymers were grown from the surface via
ATRP as described above [74]. The interesting thing is that there are several aspects, which can be
combined in a viral-polymer system. On the interior, structures can be entrapped and the outside can
contain several responsive and functional polymers (repellant glycol-chains, temperature responsive,
fluorescent, coordination, efc.) making it a very interesting candidate for in vivo applications.

4. Potential Applications of Polymer-Driven Protein Assembly

Combining proteins and polymers is regarded as a valuable approach to understand certain aggregation
phenomena as well as developing new applications and materials. One of the main disciplines that will
most likely have the best changes of using the protein-polymer combination is in biomedical sciences
and biotechnology. In vivo delivery, therapeutic agents, imaging, bio-sensing, responsive biocatalysts
and biodegradable systems can be envisioned with the above mentioned systems and approaches. In
this section, a few approaches with directly imaginable applications will be highlighted.
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4.1. Protein-Imprinting into Polymer Surfaces

Proteins can be co-assembled inside or onto a pre-polymer matrix which upon polymerization,
fixates not only the protein but also the defined shape of the protein inside the matrix. Upon
removal of the protein, an imprint of the protein is left behind, this process is known as protein
imprinting (Figure 6) [75]. Imprinting effects confined to surfaces as well as inside hydrogel particles
in which proteins are incorporated have the possibility to rebind the protein specifically after it has
been removed which expands the scope considerably. Imprinted protein structures on the surface or
inside of nano/micron-sized particles can be used to study protein-protein interactions in an alternative
way, as an antibody analog or since there is specific binding it can also act as a scavenger particle [76—78].
For the incorporation one can use electrostatic interactions to coordinate the protein structure but it can
also first be confined to a surface covalently after which a layer can be built in between the surface
bound proteins, upon removal a void in the shape of the protein is formed [79]. The surface binding
approach has recently been used to actively scavenge virus particles from solution [80]. This has a very
clear application and could potentially be used in vivo to bind viral entities and excrete the fully bound
structure from the body and thus aid in the struggle against viral infections.

Figure 6. Schematic representation of a polymer structure, which is able to reversibly bind

protein structures using the protein-imprinted technique.
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4.2. Amyloid Formation and Prevention

The formation of amyloid structures is one of the events which is present of many neurological
disorders (Huntington’s, Alzheimer’s, Parkinson’s) and inhibition of the degradation or disposal of the
assembled protein/peptide structures is given as one of the causes associated with these disorders [81,82].
Therefore not only polymer-induced assembly is of great importance but also polymer-induced
disassembly which still focuses on protein-polymer interactions. The polymers used are often peptidic
in nature with or without some additional non-natural component, the definition “synthetic”
component is not correct in this context since, although natural in origin, the polypeptides are also
synthetic. Proteins associated with the formation of amyloid structures are amongst others: a-synuclein
(dementia, with Lewis bodies, Lewis body variant Alzheimer’s disease and Parkinson’s disease),
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huntingtin (Huntington’s disease), tau protein (Alzheimer’s, Prion disease). Different approaches were
used in order to disassemble amyloids formed by these proteins or related model systems.
The approaches range from synthetic polypeptides, non-natural polymer/polypeptide combinations and
purely non-natural polymers. Cyclic polypeptides were used to counteract the aggregation of tau-based
model amyloids [83]. The amino acid sequence was chosen in such a way that is maximizes the
interactions with the tau aggregate regions and it is suggested that the cyclic peptide inhibits the
direction of growth. In another system, a linear peptide was investigated and displayed inhibition
towards the peptide structure, which accelerates a-synuclein amyloid formation and could potentially
be used to prevent aggregation [84]. Also purely non-natural polymers were found to be pro-active
towards amyloid disassembly. An in situ supramolecular bottle-brush formation by coordination of a
sulfonic acid-capped polyethylene glycol chain onto the protein inside the aggregate, displayed
disassembly properties towards positively charged B-lactoglobulin fibrils [85]. It was thought that the
high coordination density causes the chains to extend, due to excluded volume interactions and the
gain in free energy causes amyloid fibrils to disassemble. Both peptide and non-natural polymers have
interactions with amyloid aggregates so it is only logical that also attempts were made to combine the
two. One such a system is based on polymeric nanoparticles composed of poly(N-acryloyl-L-
phenylalanyl-L-phenylalanine methyl ester) which contains two hydrophobic peptide moieties.
The particle inhibits the fibrillation kinetics and when the hydrophilic alanyl-alanine derivative was
used, the opposite effect was found [86].

4.3. Therapeutic and Smart Hybrid Bioactive Systems

The combination of proteins inside a nano-sized polymeric matrix can serve as a platform in which
controlled release and targeted bioactivity are general addressed applications especially in combination
with antibody labeling, fluorescence, ligand attachment and biodegradability [87]. When the polymer
matrix acts as a hydrogel, the proteins are still in contact with the outside medium for small analytes
and substrates because of the open porous polymeric hydrogel structure but at the same time is shielded
and protected against attack by structures, which are larger than the polymer mesh-size (Figure 7).
The interactions for confinement of the protein inside the polymer gel-particle can be electrostatic as
well as hydrophobic interactions or covalently bound as discussed earlier [16,22,23]. Due to a change
in environment, a triggered release can be induced, e.g., a lowering of pH as is seen in cancer cells,
temperature in case of local inflammation or just general biodegradability by hydrolysis or via
enzymatic degradation. Opposite to controlled release, retention or scavenging are also possibilities.
Scavenging was addressed in protein imprinting but retention of the protein inside the polymer matrix
and making use of the smart polymeric properties in combination with enzymatic and bioactivity also
“on/off” systems can be created of which the bioactivity can be switched by changing the polymer
hydration state surrounding the protein or giving the protein a much higher stability which not only
makes it useful for biomedical applications but also potentially for the chemical industry (Figure 7) [25,88].
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Figure 7. Schematic representation of a protein-polymer nanostructure, which is able to
use the catalytic properties of the protein, but at the same time displays protection against
denaturing media or larger digestive protein structures. Additionally, the catalytic activity
can be inhibited by a collapse of the surrounding polymer layer, e.g., temperature in
combination with polyNIPAAm.
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4.4. Bio-Interfaces

Cell adhesion layers and antibacterial surface properties and biofouling are important issues both in
biomedical and industrial applications. For biofouling, a non-stick/repellant layer is needed which
basically has non-favorable interactions with, e.g., proteins. As stated above, PEGylated surfaces are
very useful for this [34]. However, to combine it with anti-bacterial properties is also possible when
e.g., an anti-bacterial protein, like lysozyme, is covalently incorporated into the film [89].
Alternatively, cell adhesion is desired in the formation of scaffolds for tissue growth [90]. Here the
polymer repels unwanted protein adsorption but the incorporated protein component acts as a cell
binder. One can envision this to be a general approach, and since many hydrogel systems are stable
enough to be formed into any shape with an integrated biodegradability, different types of tissues can
potentially be addressed.

5. Conclusions

It is clear that combining proteins and polymers offer the best of both worlds and complement each
other in many ways. The versatility and broad applicability originates from the diverse number of both
polymers and proteins, as well as the different ways of combining them (electrostatically, vd Waals
interactions, anti-body labeling, covalently bound). The systems presented here give a glimpse of what
is possible, and while the polymers are getting more sophisticated, and the access to proteins and
genetically modified proteins that are tailored for specific applications become easier, the designed
systems become more sophisticated and applicable as well. The applications mentioned are mainly
towards biomedical ones, but one can easily imagine that proteins with specific properties like
redox-activity in combination with conjugated polymers, but also (inorganic-)nanoparticles, provide a
platform towards electro-chemically controlled systems and bio-electronic devices/sensors. This is
already in development and many interesting combinations and approaches have been presented in
literature, but are beyond the scope of this review [91-93]. The future will be more focused on the
combination of synthetic and biological systems as it not only helps in the understanding of biological
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phenomena and disease related disorders, but also because nature offers this tremendous source of
interesting functional systems of which many are based on polymers (polypeptide and polynucleotide).
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