
materials

Review

Nanocomposites Based on Biodegradable Polymers

Ilaria Armentano 1,*, Debora Puglia 2 ID , Francesca Luzi 2, Carla Renata Arciola 3,4 ID ,
Francesco Morena 5, Sabata Martino 5 and Luigi Torre 2

1 Department of Ecological and Biological Sciences, Tuscia University, 01100 Viterbo, Italy
2 Civil and Environmental Engineering Department, Materials Engineering Center, University of Perugia,

UdR INSTM, 05100 Terni, Italy; debora.puglia@unipg.it (D.P.); francesca.luzi@unipg.it (F.L.);
luigi.torre@unipg.it (L.T.)

3 Research Unit on Implant Infections, Rizzoli Orthopaedic Institute, 40136 Bologna, Italy;
carlarenata.arciola@ior.it

4 Department of Experimental, Diagnostic and Specialty Medicine, University of Bologna, 40126 Bologna, Italy
5 Department of Chemistry, Biology and Biotechnology, University of Perugia, 06100 Perugia, Italy;

effemorena@gmail.com (F.M.); sabata.martino@unipg.it (S.M.)
* Correspondence: ilaria.armentano@unitus.it

Received: 1 April 2018; Accepted: 8 May 2018; Published: 15 May 2018
����������
�������

Abstract: In the present review paper, our main results on nanocomposites based on biodegradable
polymers (on a time scale from 2010 to 2018) are reported. We mainly focused our attention on
commercial biodegradable polymers, which we mixed with different nanofillers and/or additives
with the final aim of developing new materials with tunable specific properties. A wide list of
nanofillers have been considered according to their shape, properties, and functionalization routes,
and the results have been discussed looking at their roles on the basis of different adopted processing
routes (solvent-based or melt-mixing processes). Two main application fields of nanocomposite based
on biodegradable polymers have been considered: the specific interaction with stem cells in the
regenerative medicine applications or as antimicrobial materials and the active role of selected
nanofillers in food packaging applications have been critically revised, with the main aim of
providing an overview of the authors’ contribution to the state of the art in the field of biodegradable
polymeric nanocomposites.
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1. Introduction

Environmental issues have resulted in significant industrial and academic research efforts aimed
at developing “green materials,” based on raw materials derived from natural resources, as on
biodegradable and biopolymer-based materials. One of the most promising biopolymers is polylactic
acid (PLA), since it is obtained from agricultural products and it is biodegradable. Nanotechnology
presents new opportunities to enhance material performance; of particular interest is the recently
developed nanocomposite technology, because it permits the development of new polymeric materials
with improved mechanical, thermal, electrical, and various other properties, in comparison with
those of a virgin polymer [1–5]. Polymeric nanocomposites are a novel class of materials that can
be regarded as a multiphase solid material, film or bulk, with one phase (the filler) that has one,
two, or three dimensions in the nanometer range. Nanocomposites have attracted a lot of attention
in academic research and in industry due to their unique properties compared to conventional
composites, even at low filler content; these properties came from the nanometric size effect. A large
variety of nanocomposites has been prepared by using different polymer matrices, and nanofillers.
The nanofillers have strong reinforcing effects and studies have also shown their positive impact on
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barrier properties. However, most of the studies have been conducted with non-renewable inorganic
fillers. Increasing environmental concerns have led to investigations of the potential use of renewable
resources for specific applications, such as biomedical and packaging.

The aim of this review is to discuss and compare our recent papers on the design, development,
and characterization of different nanocomposites based on biodegradable polymers, mainly focused on
biomedical and packaging applications. Our results will also be compared with the scientific literature.

2. Materials

2.1. Biodegradable Polymers

Polymer nanocomposites with the main commercial polymer matrices have been developed and
nano-scale filler dispersion has been achieved with varying degrees of success. Therefore bio-based
nanocomposites and biodegradable nanocomposites have become a topic of interest in recent years and
a number of suitable bio-based and biodegradable polymer matrices have been developed and their
properties enhanced after the incorporation of different nanoscale materials. These systems include
biopolymers from agricultural resources, such as polysaccharides and proteins, from biotechnology
(as an example, poly(lactic acid), poly(hydroxyalkanoates) or biopolymers from petrochemical sources.
e.g., PCL). All of them have been extensively reviewed in many papers, even recently [6], making
reference to fundamental industrial sectors, such as food packaging [7] or the biomedical field [8].
The authors of the present work produced extensive work on this specific subject that can be found
summarized in a few of their recent review papers that comprehensively discussed the role of polymeric
matrices in the production of nanocomposites materials [1–5].

2.2. Nanofillers

Different kind of nanofillers were used, both organic and inorganic materials. We can
divide them into metallic nanoparticles, carbon nanostructures, nanohydroxyapatite, nanocellulose,
and nanolignin. Figure 1 shows electron microscopy images of the main nanofillers used: silver
nanoparticles (a), single-walled carbon nanotubes (b), carbon nanofibers (c), nanohydroxyapatite
(d), cellulose nanocrystals (e) and nanolignin (f). A brief description of each nanomaterial, with an
emphasis on the structure, properties, functionality and synthesis, is shown below.
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Figure 1. Electron microscopy images of the main used nanofillers: silver nanoparticles (a), single-
walled carbon nanotubes (b), carbon nanofibers (c), nanohydroxyapatite (d), cellulose nanocrystals 
(e), and lignin nanoparticles (f). Adapted with permission from [9–12]. 

2.2.1. Silver Nanoparticles 

Bulk silver is a well-known metal element, recognized for its high chemical stability, light 
sensitivity, bactericide ability, and catalytic properties (extensively employed in fabrication of coins, 
tableware, jewellery, medicine and photography), and for its broad antimicrobial activity. Silver 
nanoparticles (Ag NPs) are nanometric materials with unique optical and chemical properties, which 
can be finely modulated during synthesis by the right selection of the process parameters [13]. Ag NPs 
have gained considerable interest in recent decades because of their unique optical, electronic, 
catalytic, and antimicrobial properties, which differ significantly from those of bulk substances. These 
attractive properties of Ag NPs have permitted their potential use in several applications, such as 
catalysis, biosensing, drug delivery, and biomedical nanodevice fabrication, and they are dimension 
correlated. The large specific surface area and high fraction of surface atoms on silver nanoparticles 
(Ag NPs) lead to enhanced antibacterial activity compared to bulk silver metal. 

The size and the shape of Ag NPs can be tuned appropriately. The literature presents several 
preparation methods to obtain various types of Ag NPs, mainly in terms of shape: spherical, rods, 
dog bones, prisms; and optical properties that can be classified as physical, chemical and biological 
methods. Synthesizing metallic NPs with different shapes is possible to date. Nanospheres, nanorods, 
and nanocups, etc. can be synthesized, and it is also possible to control and modulate the dimension 
of these nanoparticles. However, synthesizing silver NPs with uniform shapes and precise control of 
the nanometer size still remains a challenge, attracting several researchers worldwide. Ag NPs can 
be synthesized using various methods, such as chemical reduction [14], electrochemical [15],  

Figure 1. Electron microscopy images of the main used nanofillers: silver nanoparticles (a),
single-walled carbon nanotubes (b), carbon nanofibers (c), nanohydroxyapatite (d), cellulose
nanocrystals (e), and lignin nanoparticles (f). Adapted with permission from [9–12].

2.2.1. Silver Nanoparticles

Bulk silver is a well-known metal element, recognized for its high chemical stability, light
sensitivity, bactericide ability, and catalytic properties (extensively employed in fabrication of
coins, tableware, jewellery, medicine and photography), and for its broad antimicrobial activity.
Silver nanoparticles (Ag NPs) are nanometric materials with unique optical and chemical properties,
which can be finely modulated during synthesis by the right selection of the process parameters [13].
Ag NPs have gained considerable interest in recent decades because of their unique optical, electronic,
catalytic, and antimicrobial properties, which differ significantly from those of bulk substances.
These attractive properties of Ag NPs have permitted their potential use in several applications,
such as catalysis, biosensing, drug delivery, and biomedical nanodevice fabrication, and they are
dimension correlated. The large specific surface area and high fraction of surface atoms on silver
nanoparticles (Ag NPs) lead to enhanced antibacterial activity compared to bulk silver metal.

The size and the shape of Ag NPs can be tuned appropriately. The literature presents several
preparation methods to obtain various types of Ag NPs, mainly in terms of shape: spherical, rods,
dog bones, prisms; and optical properties that can be classified as physical, chemical and biological
methods. Synthesizing metallic NPs with different shapes is possible to date. Nanospheres, nanorods,
and nanocups, etc. can be synthesized, and it is also possible to control and modulate the dimension
of these nanoparticles. However, synthesizing silver NPs with uniform shapes and precise control
of the nanometer size still remains a challenge, attracting several researchers worldwide. Ag NPs
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can be synthesized using various methods, such as chemical reduction [14], electrochemical [15],
γ-radiation [16], laser ablation [17], solvothermal [18], hydrothermal [19], photochemical [20],
sonochemical [21], and sputtering methods [22]. Ag NPs can be produced with various sizes and
shapes depending on the fabrication method.

Silver nanoparticles absorb and scatter light with extraordinary efficiency; these unique optical
properties originate from the collective oscillations of conduction electrons, which, when excited by
electromagnetic radiation, are termed surface plasmon polariton resonances (SPPR) and it causes the
absorption and scattering intensities of silver nanoparticles to be much higher than identically sized
non-plasmonic nanoparticles. The optical properties are strictly correlated to the nanoparticles’ shape
and dimension. Smaller nanospheres primarily absorb light and have optical absorption peaks near
400 nm, while increasing the dimension, increased scattering, and peaks that broaden and shift towards
longer wavelengths occurred (known as red-shifting) [23]. The introduction of silver nanoparticles
into various polymeric matrices induces antibacterial performance and modulates optical behaviour
by extending the utility of NPs in material and device applications [24,25].

2.2.2. Carbon Nanostructures

Nanocarbon materials such as fullerene, carbon nanofibers, carbon nanotubes and graphene
have been considered interesting nanofillers in polymer nanocomposites. Since the discoveries of
carbon nanotubes in 1991 [26], they have been extensively studied as another realization of the
remarkable electronic properties of graphitic carbon. Carbon nanotubes may be schematized as
a single graphene sheet rolled in a cylindrical way; they may be either multi-walled or single-walled.
The latter, first clearly isolated in 1993 [27], have been studied more extensively and lend themselves
better to theoretical analysis by virtue of their simpler structure. Single-walled carbon nanotubes
(SWCNTs) can be described as individual graphene sheets “rolled up” and joined into cylindrical
tubes. There are many possible way to join the edge of a graphene sheet and preserve the sp2

graphene structure. Graphene (G), a two-dimensional (2D) form of graphite, is a one-atom-thick planar
sheet of sp2-bonded carbon atoms densely packed together in a honeycomb hexagonal lattice [28].
Graphene, with its covalently bonded 2D layers held together by van der Waals interactions, is
in a sense the extreme 1D limit of a molecular crystal. A molecular crystal consists of a spatially
periodic, extended array of individual molecules with covalent intramolecular interactions and
van del Waals intermolecular interactions. Graphene shows high optical transmittance and high
electrical conductivity. Carbon nanomaterials are now commonly grown via chemical vapour
deposition. Much effort has gone into investigating the nucleation and growth processes and their
kinetics [29]. Carbon nanostructures have attracted the attention of the scientific community for
their extraordinary properties, including mechanical, electrical, thermal and optical. In recent years,
many efforts have been dedicated to the incorporation of carbon nanostructures in polymer matrices,
in order to modulate the polymer properties, mainly electrical and mechanical, and extend their
applications [30–32].

2.2.3. Nano-Hydroxyapatite

Hydroxyapatite (HAP, Ca10(PO4)6(OH)2) is the main constitute of the bone; it possesses excellent
biocompatibility with bones, teeth, skin and muscles, both in vitro and in vivo. HAP promotes
faster bone regeneration and direct bonding to regenerate bone without intermediate connective
tissue, demonstrating good bioactivity and osteoconductivity, which permit extensive applications in
orthopedics and dentistry [33]. Natural and synthetic HAP are currently applied in the biomedical
field, as well as in clinical applications. HAP can be synthesized using chemicals containing calcium
and phosphate ions [34]. However, during the last decade, natural materials have been shown
to be an attractive source of HAP. Furthermore, to better mimic the mineral component and the
microstructure of natural bone, nanohydroxyapatite has been synthesized. However, the main
limitation on the use of HAP ceramics was their inherent brittleness and difficulty of processing [35].
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To combine the osteoconductivity of calcium phosphates and good biodegradability of polyesters,
polymer/ceramic composite scaffolds have been developed for bone tissue engineering either by direct
mixing or by a biomimetic approach [36,37].

2.2.4. Cellulose Nanocrystals

Cellulose is the most important polymer on Earth, and in the last year it has been increasing in use
due to advantages such as rich resources, good thermal and chemical stability, high hydrophilicity and
excellent biocompatibility. These fascinating properties have made cellulose a potential material for
different applications in nano-drug delivery systems, biomedical applications and the food packaging
field. Cellulose is produced from plants forming micro-fibrils, which in turn aggregate to form cellulose
fibres. The fibre size can be disintegrated from micro-fibrils to nanofibers by physical and chemical
methods. The hydrolysis treatment with sulfuric acid to prepare cellulose nanocrystals has been
extensively investigated and appeared to be the most effective method.

Cellulose nanofibers (CNF) can be a new building block for renewable smart materials. CNFs
have excellent mechanical strength, dimensional stability, thermal stability and good optical properties
on top of their renewable behaviour. The presence of many hydroxyl groups along the cellulose chain
results in the formation of a network of intra- and intermolecular bonds [38]. In addition, a network of
van der Waals connections is established between the chain layers. These linked networks, and the
stiffness of the glycosidic bond, allow for the construction of ordered crystalline structures, 2–20 nm in
width and up to a few microns in length. These crystalline domains are interspersed with amorphous
regions in the fibril structure. Cellulose nanocrystals occur as high-aspect ratio rod-like nanocrystals.
Their geometrical dimensions depend on the origin of the cellulosic substrate and hydrolysis conditions.
The impressive mechanical properties make cellulose crystal an ideal candidate for the processing
of reinforced polymer composites. Its Young’s modulus is much higher than for glass fibres, around
70 GPa. It is similar to Kevlar (60–125 GPa) and potentially stronger than steel (200–220 GPa), and in
general it depends on the extraction methods. CNCs show great applications in green material science
and biomedical applications [39,40].

2.2.5. Lignin

Lignin, the second most abundant natural aromatic polymer on earth, is a three-dimensional,
highly cross-linked macromolecule composed of three types of substituted phenols yielding a vast
number of functional groups and linkages and variable chemistry depending on its origin [41]. It should
be considered that important industrial organic chemicals such as hydrocarbons, alcohols, polyols,
ketones, acids and phenol derivatives can be easily obtained by chemical processing of lignin, while
new potential lignin applications, such as (a) lignin valorisation for bio-fuels and energy production,
(b) lignin exploitation toward high molecular mass applications like polymers (e.g., polyurethane
foams), wood adhesives and carbon fibres and (c) lignin utilization for the production of polymer
building blocks, aromatic monomers including benzene, toluene, and xylene, phenol and vanillin,
have recently been considered.

Lignin can be considered an alternative lignocellulosic source to be incorporated in polymeric
systems. Studies on the use of large size lignin in thermoset, thermoplastic, or elastomer-based
composites have been recently discussed and reviewed by Thakur et al. [42]. More recently, insight
into lignin’s molecular structure has encouraged chemists to develop methods for the precipitation of
lignin nanoparticles, towards the ultimate goal of valorising lignin to produce value-added products.
In recent years, different lignin nanoparticles (LNPs) from various resources were synthesized by
different chemical/physical approaches [43,44]. However, the lignin propensity to self-aggregate
negatively influences its dispersion in many composite formulations; therefore, many methods were
attempted and considered to achieve good dispersion of lignin particles in a biodegradable matrix [45].
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3. Methods

Several strategies have been considered to develop nanocomposites based on biodegradable
polymers, and can mainly be divided into solvent-based and melt-mixing methods. The process
technology is an important step in the final nanocomposite development since it can affect the
dispersion grade of the nanofillers in the polymers and hence the functional properties and the micro-
or nanostructure of films or 3D structures. The homogeneous dispersion of the nanofillers within
a continuous polymeric matrix is a key step to benefiting from their outstanding properties. The main
criteria for the selection of the appropriate process technology for nanocomposite manufacture include
the desired product geometry, the performance needed, and the cost and the ease of manufacture.
The different processing techniques in general do not yield equivalent results.

3.1. Solvent-Based Process

Solvent casting is one of the simplest methods to develop nanocomposites. The main points in
the method are:

- selection of the solvent: the solvent has to permit a complete dissolution of the selected polymer
and, at the same time, provide a good dispersion of the nanostructures in the polymer matrix;

- the relative concentration between polymer and solvent, since it can affect the viscosity of the
solution and the evaporation rate;

- the external conditions (pressure, temperature, and humidity) during the solvent evaporation,
since they can affect the properties of the nanocomposites and the surface morphology.

An important point to consider is the complete evaporation of the solvent before using the final
nanocomposite, since it can be toxic and affects the properties. In industry and also in scientific research
laboratories, the use of organic solvents such as chloroform is usually avoided; hence the possibility
of using a water-soluble polymer is an important strategy. However, the solvent-based process
limits the number of polymer matrices that can be used and this procedure is both non-industrial
and not economically viable. It should be used for niche applications. In our research activities
we used the solvent-based approach mainly when we dispersed a small amount of synthesized
nanoparticles in a polymer soluble in organic solvent, and also in the case of solvent-stable soluble
nanoparticles [9,46–56].

3.2. Melt Mixing

Melt-compounding methods, such as extrusion or injection moulding, are commonly used to
process thermoplastic polymers. They are “green” (solvent-free), and industrially and economically
viable. The production of the final nanocomposites is optimized in relation to temperature, pressure,
and moulding time. The polymer industry has been using extrusion for decades as a high-volume
manufacturing process to produce many different items such as tubes, frames, plastic sheets and
films [57]. However, during these processes high temperatures will be used, so thermal degradation
of the polymers should be avoided. In spite of high operating temperatures and pressures, as well
as high shear rates, the processing of polymers by extrusion is a widely used process in industry
because it is a continuous, quick, simple and versatile operation for transforming raw ingredients into
finished products.

Furthermore, the method is environmentally benign due to the absence of organic solvents, and is
compatible with current industrial processes [58,59]. Each polymer system requires a special set of
processing conditions to be formed, based on the processing efficiency and product properties desired.

4. Biodegradation

Biodegradation properties of nanocomposites based on biodegradable polymer are of crucial
importance in new material development. Different biodegradation conditions can be considered:
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hydrolytic, composting, enzymatic, according to the final applications and the post-use of the new
developed materials.

The degradation of a polymer is a complex phenomenon that involves different parts; in particular,
in the case of PLA compost degradation we can observe four main phenomena, namely water
absorption, ester cleavage and formation of oligomer fragments, solubilisation of oligomer fragments,
and finally diffusion of soluble oligomers by bacteria [60]. The initial step of PLA disintegration
is surface hydrolysis; the polymer is disintegrated in low molecular weight species. Molecular
weight variations are an indication of the degradation rate of the polymers and give information
about when the main fragmentation occurs in a polymer. Firstly, the polymer amorphous phase is
attacked by microorganisms at the initial stage of the disintegration process, which leads to a loss
of transparency. The addition of nanostructures in a biodegradable polymer matrix was found to
affect all the nanocomposite properties, in particular the degradation rate, and this effect is dependent
on the type of filler. It was also found that clays can influence the polymer bacterial degradation
depending on their chemical structure and the affinity of the bacterium towards clay. In composting,
the addition of nanoclays was found to increase the PLA degradation rate because of the presence of
hydroxyl groups belonging to the silicate layers of these clays [60,61]. Also, cellulose nanocrystals
(CNCs) increased the disintegrability rate of PLA, due to the hydrophilic nature of nanocellulose [62].

In the case of carbon nanostructures, to date, the impact of CNT inclusion on the stability of
biopolymers has been restricted to a few studies, most of which involve enzymatic decomposition.
In our previous paper we studied the in vitro degradation of PLGA and PLGA nanocomposite films
based on SWCNTs and oxidised SWCNTs, by analysing the role of the content and functionalization.
We found that all PLGA films were degraded by hydrolytic degradation and a different mechanism was
observed in the case of functionalized SWCNTs with respect to pristine material [63]. The incorporation
of SWCNTs increases the dimensional stability of the polymeric samples but they do not seem to
significantly modify the kinetics and the mechanism of the hydrolytic erosion with respect to the neat
PLGA. The presence of carboxylic groups in functionalized SWNTs-COOH accelerated the hydrolytic
degradation of the PLGA matrix and the weight loss of the nanocomposites.

Singh et al. showed that a 1% mass loading of CNTs dispersed in PLA accelerated the enzymatic
decomposition rate of PLA using Proteinase K [64]. This accelerated decomposition rate was attributed
to a number of possible reasons including an increase in amorphous zones that were more susceptible
to enzymatic hydrolysis due to the functionalization or potentially higher enzyme binding to the CNTs
in the polymer nanocomposite substrate.

In contrast, other studies have shown that MWCNTs reduce the polymer biodegradation rate [65,66].
Recently, Goodwin et al. have explored the effect of CNT loading and type on PCL biodegradation in the
presence of P. aeruginosa [67]. The rate of PCL matrix biodegradation decreased systematically as the CNT
loading increased from 0.1 to 10% w/w. The addition of even a low CNT loading (<1% w/w) caused the
CNT/PCL biodegradation rate constant to decrease by more than 50%. Similar trends in biodegradation
rate were observed for both pristine and oxidized multiwall CNTs embedded in PCL. During PCL matrix
biodegradation, CNT accumulation was observed at the surface of CNT/PCL nanocomposites and single
particle inductively coupled-mass spectrometry experiments revealed no measurable CNT release to the
culture fluid [67].

5. Biomedical Applications

The new biodegradable nanocomposites with modulated bulk and surface properties have attracted
much attention in tissue engineering and regenerative medicine applications. Tissue engineering
approaches require proper stem cell types and a selected biocompatible material that allowed the
differentiation of stem cells towards the tissue-specific lineage [68,69]. Alternatively, primary cells
can be used [70].
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5.1. Stem Cells

Stem cells are a valuable subset of cells endowed by the self-renewal and pluri/multipotential
properties [71]. The self-renewal property allows stem cells to provide a reservoir that persists over the
tissue/organ life within a special microenvironment where the stem cells reside (niche). Here, stem
cells could divide in an asymmetric way to give rise to two daughter cells, one that remains a stem cell
and one committed cell, or two stem cell daughters (symmetric division) [72–76]. Committed cells,
upon specific molecular signals, generate a tissue-specific differentiated cell linage and maintain the
tissue homeostasis [77–79]. Stem cells are classified based on their origin and biological properties.
Embryonic stem cells (ESCs) are isolated from the inner cell mass of blastocysts, have self-renewal
property and are pluripotent since they are capable of generating all types of cells present in adult
tissues as well as all types of adult stem cells [80,81].

Adult stem cells (ASCs) are created during development and endure within the niche of adult
tissues/organs; they have self-renewal and multipotent properties since they are capable to generate
a restricted differentiation lineage [82–85]. Notably, ASCs maintain the characteristics of their
embryonic origin. Thus, ASCs isolated from the liver, lungs and pancreas have endodermal features;
stem cells isolated from adult bone marrow and muscle have mesodermal characteristics; ASCs from
the central nervous system or epidermis have ectodermal features [86,87]. Within the tissues, ASCs
are mainly involved in maintaining the tissues’ homeostasis. Induced pluripotent stem (iPSCs) cells
are stem cells generated in vitro from fibroblasts (somatic differentiated cells) by the addition of four
genes, Oct3/4, Sox2, c-Myc and Klf4. iPSCs have ESCs characteristics. They have self-renewal property
and are pluripotent [88].

For several years, ESCs, ASCs and iPSCs have been evaluated as potential cell sources for tissue
engineering applications. Many reports have explored the effects of polymers and gels with different
formulations or forms (fibrous, films and three-dimensional structure) on stem cell fat. Some examples
are reported in Table 1.

Table 1. Examples of the specific biological applications achieved using different types of stem cells
and biomaterials, in terms of polymers, nanocomposites and gels.

Stem Cells Biomaterials Applications Ref.

Embryonic stem cells

Nanostructured
poly(D,L-lactide-co-glycolide)/

collagen scaffolds
cardiomyocytes [89]

alginate microcapsules midbrain dopamine neurons [90]

PNIPAAm-PEG
thermoresponsive hydrogel Oligodendrocyte precursor cells [91]

biocompatible and elastic
polydimethylsiloxane (PDMS) scaffolds differentiation of chondrogenic cells [92]

6-O-sulfated chitosan neural differentiation [93]

Adult stem cells

Adipose stem cells

Methacrylated gelatine (GelMA) and
methacrylated hyaluronic acid (HAMA) promote angiogenesis for wound healing [94]

Strontium-hardystonite-Gahnite osteogenic differentiation [95]

Polymeric INTEGRA® Meshed Bilayer
Wound Matrix

osteogenic differentiation adipogenic
differentiation [96]

Poly(lactic-co-glycolic-acid/polyethylene
glycol microspheres containing vascular

endothelial growth factor in
collagen-chitosan scaffolds

supported by a predominant
vascular vessel [97]
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Table 1. Cont.

Stem Cells Biomaterials Applications Ref.

Bone marrow
mesenchymal stem cells Alginate hydrogel axonal growth [98]

Polydopamine-laced hydroxyapatite
collagen calcium silicate Osteogenic differentiation [99]

Hyaluronic acid silk
fibroin-poly(ε-caprolactone Cardiomyocytes differentiation [100]

Silk fibroin films decorated with
integrin-binding laminin peptide motifs

(YIGSR and GYIGSR) in the presence of a
biochemical cue

neuron-like cells [101]

Hydrogenated amorphous carbon (a-C:H)
groove topographies in the absence of a

biochemical cue
Neuron-like differentiated cells [102,103]

Neural stem
progenitor cells gel-like (SLIDING) fibres

proliferation and neurosphere formation
within the fibrous structures without

compromising viability.
[104]

Immobilization of poly-L-lysine and
fibronectin on poly(lactic-co-glycolic acid) Neuronal differentiation [105]

Hierarchically patterned substrate Functional neurones [106]

Induced pluripotent
stem cells

Gelatine-poly(lactide-co-glycolide)
nanoparticle Pancreatic differentiation [107]

photo-cross-linked chitosan hydrogels Neuronal differentiation [108]

polycaprolactone (PCL)/gelatine scaffolds chondrogenesis [109]

mineralized gelatine
methacrylate-based matrices Osteogenic differentiation [110]

fibrous mats of poly(L-lactic acid) (PLLA)
loaded with 1 or 8 wt % of calcium-deficient

nanohydroxyapatite (d-HAp)
Osteogenic differentiation [37]

5.2. Primary Cell Lines

Primary cells are isolated from living tissues/organs cultured in vitro under conventional growth
culture conditions. These cells are representative of the tissue or of a selected part of the tissue from
which they are derived. For instance, fibroblasts have the features of the connective tissue from which
they are isolated. These cells are differentiated cells, with a large, flat and elongated morphology,
and produce one of the main components of the extracellular matrix. Cultures of primary cells can be
used as a suitable model for preclinical studies. These include the combination with biomaterials for
establishing ex vivo models of tissue engineering [70].

5.3. Bacteria

Bacteria are microscopic prokaryotic organisms of single cell with a simple internal structure,
and prosper in various environments (e.g., soil, ocean, inside the human gut) [10,111]. Compared
to eukaryotic cells, they lack organelles. In fact, they have a simple internal structure, where reside
proteins and molecules necessary for the bacteria life including DNA [10,111]. The cell bacteria are
encircled by two protective layers consisting of an outer cell layer and an inner cell membrane. In some
cases a third external protective layer (capsule) has been described [112]. Bacteria are classified based
on the nature of the outer membrane, the morphology and finally by genome. The latter classification
considers the evolutionary relationships between bacteria. This phylogenetic classification became
possible with the advent of next-generation sequencing that allowed for the automatic sequencing of
nucleotides in both DNA and RNA molecules. The universal presence in all living cells of ribosomes
permits the comparison of ribosomal RNA sequences [113]. A more general classification is based on
the molecular composition of the outer membrane. The Gram test allows us to discriminate bacteria
into Gram positive, if after the test they are stained with a purple dye called crystal violet, or Gram
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negative if after the test the dye is easily washed away during the staining process. Escherichia coli
(E. coli) is a Gram-negative bacterium and Streptococcus pneumoniae is a Gram-positive bacterium.
The relationship between humans and bacteria is quite complex. In some cases, they are critical for
digestion (commensal bacteria) or for modification of selected nutrients (e.g., milk into yogurt). In other
cases, they are devastating for tissues/organs, causing disease (pathogen bacteria) [114]. The discovery
of antibiotics and vaccines, together with the use of hygiene, has drastically reduced mortality related
to bacterial infections, and allowed the resolution of many diseases caused by some pathogenic
bacteria [115,116]. Unfortunately, the so-called “antibiotic golden age” is now threatened by the
occurrence of an increasing number of antibiotic-resistant bacteria types that generate a chronic status
of the disease and make it difficult to eradicate infections [117,118]. During the last two decades, many
research groups have progressively revealed the presence of bacterial communities that are protected
by a surface biofilm. They showed that these bacteria communities are prevalent in all types of natural
environments compared to individualized, planktonic bacteria [119]. Recent studies have shown that
biofilms are composed of a self-produced polysaccharide matrix and have specific biological properties
that save bacteria from the antibiotic’s toxicity [120]. The first case of the correlation of the biofilms and
the persistence of the infections was revealed by the ability of Pseudomonas aeruginosa to colonize the
lungs of cystic fibrosis patients [11,120]. After that, other researchers confirmed the role of biofilms in
the pathology caused by bacterial infections [120]. It has been demonstrated that infection in patients
with implanted medical devices is a consequence of the growth of microorganisms that adhere to
and colonize the device [120]. With the intent to protect devices from bacterial infections, researchers
are developing antibacterial coatings [12,121]. The aim is to develop a material with appropriate
modifications that combats the bacterial infection and permits the cell/stem cell cultures (Figure 2).
It was shown that the surface topography and roughness have a great influence on the attachment
of bacteria to a material surface. Moreover, the attached bacteria and the nucleating biofilm may be
inhibited by both surface nanotopography and surface chemistry [122–124]. Figure 2 shows the general
approach and the advantage of polymers with peculiar modifications such as addition of chemical
cues that have antibacterial activity. In fact, only antibacterial modified polymers became safe and
suitable for stem cell culture [101,103].
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Figure 2. Cartoon shows how advancements in engineering materials combat bacteria biofilm
formation and in turn permit the growth and differentiation of stem/primary cells for biomedical
purposes. The “purple” square represents a basic polymer with specific antibacterial modifications
to block bacterial growth and the biofilm accumulation and allow the growth and differentiation of
stem cells. The “green” square represents a basic polymer (without antibacterial modifications) that is
suitable for stem cell growth/differentiation and floating bacteria.
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5.4. Nanocomposite Interaction with Biological Entities

As described above, we have developed different kinds of nanocomposite materials, based
on biodegradable polymers, in order to modulate electrical, thermal, morphological, surface and
mechanical properties, upgrade the structural and functional properties of synthetic biopolymers
through the introduction of organic and inorganic nanofillers, and study the effect of these properties
modulation on specific biological entities such as stem cells [9,46–56]. The overall studies have been
conducted by culturing the stem cells on polymer films under growth culture condition without the
use of additional inducible molecules. We noted that either on a biodegradable polymer with fibrous
structure and tri-dimensional (3D) microstructure or on a polymer with film form, stem cells interact
by maintaining proliferation and differentiation properties. However, depending on the polymer
structure and on the nanocomposite, we observed a different stem cell response [9,46–56].

5.4.1. Binary Conductive Nanocomposites

SWCNTs and MWCNTs were used mainly to modulate the electrical and dielectrical properties
in biodegradable polymer matrices, as PLLA. We found that pristine polymers show an insulator
behaviour, with a dc electrical conductivity (σ) of around 10−16 S · cm−1. A small addition of MWCNTs
(0.3 wt %) to PLLA yields a drastic raise in σ. In order to obtain a conductive nanocomposite,
carbon nanotubes must form a three-dimensional conductive network in the polymer, above a critical
concentration, known as the percolation threshold, where a transition from non-conducting to
conducting state occurs. This threshold depends on the nanotube dispersion, as well as on the nanofiller
aspect ratio, lowering the percolation threshold with the increase of aspect ratio [46]. The addition of
carbon nanotubes to a polymer matrix increases thermal and electrical conducting areas (higher loads
result in an increase in the probability of having more electroactive sites). Electrical behaviour and
surface topography at micro- and nano-scale influence the communication between stem cells and
polymer nanocomposites. We found that this active interaction between stem cells and nanocomposites
is stem cell type-specific. Culturing human umbilical cord matrix stem cells (hUCMSCs) on PLLA
polymer film and on PLLA/Multi-Walled Carbon Nanotubes (MWCNTs) nanocomposite films, we
confirmed the ability of the PLLA to interact with stem cells and activate a specific biological response.
In fact, we showed that the active interaction between hUCMSCs and PLLA and PLLA/MWCNTs
nanocomposite films results in the stem cell assembly as a spheroid conformation. Interestingly we
observed that the spheroids directly respond to a tunable surface and the bulk properties (electric,
dielectric and thermal) of plain and nanocomposite PLLA films by triggering a mechanotransduction
axis and in turn directing a selected stem cell fate transition. In fact, the presence and content of
MWCNTs within the PLLA polymer steered the stem cell fate toward a Primitive Endoderm-like
phenotype on PLLA/MWCNTs instead of an Epiblast-like phenotype on PLLA polymer [32,46].

Different behaviour was observed in the case of human bone marrow mesenchymal stem
cells (hBM-MSCs) seeded in the same films. hBM-MSCs maintained a star shape and elongated
configuration [46]. Our work represents a pioneering effort to create a stem cell/material interface
that can model the stem cell fate transition under growth culture conditions [32]. The electroactive
surface could efficiently improve the intracellular calcium level and then enhance myoblasts
differentiation. Thus, conductive nanomaterials such as carbon nanotubes and gold nanoparticles
have been used to prepare conductive nanocomposites for muscle tissue regeneration [125–127].
These studies demonstrated that a conductive material surface could efficiently guide myoblast
proliferation and myogenic differentiation [125–128]. Recently Du et al. developed highly elastomeric,
conductive and biodegradable poly(citric acid-octanediol-polyethylene glycol)(PCE)-graphene (PCEG)
nanocomposites for the first time, demonstrating their applications in myogenic differentiation and
guiding skeletal muscle tissue regeneration. The myoblast proliferation and myogenic differentiation
were significantly improved by PCEG nanocomposite. Significantly high in vivo biocompatibility
of PCEG nanocomposites was observed when implanted in the subcutaneous tissue of rats for
four weeks [129]. When introducing the individual nanomaterial into a polymer matrix, it is
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important to achieve an adequate dispersion in the polymer matrix, as well as strong interfacial
interactions between the nanomaterial and the polymer, in order to improve the load transfer across
the nanofiller–polymer matrix interface. The functionalization of nanofillers has been considered one
of the best approaches to prevent the aggregation due to strong van der Waals forces. In fact, in the
case of CNTs the functionalization is a prerequisite in order to take advantage of most of the properties
that enable facile fabrication of novel nanomaterials and nanodevices. Most of the functionalization
approaches developed at present can be categorized into two categories: covalent and non-covalent
functionalization. The surface functionalization of CNTs, as carboxylic acid, was used in our group to
increase compatibility between PLLA and nanostructures, in order to improve the interface between
polymer and CNTs and consequently the mechanical properties, since these properties have a strong
effect on the cell properties and function [47].

5.4.2. Ternary Conductive Nanocomposite

Multifunctional ternary films were also developed by the combination of SWCNTs and silver
nanoparticles with a biodegradable polymer matrix, as the poly(ε-caprolactone) (PCL) polymer matrix
by a solvent cast process. Nanostructural synergistic effects were evaluated. Results showed that the
PCL/Ag nanocomposites exhibited poor electrical properties, while in PCL/Ag/SWCNTs ternary films
higher values of conductivity were measured compared to both binary nanocomposites, indicating
that Ag particles facilitate the formation of conductive pathways in the presence of SWCNTs, acting
as conductive bridges among nanotube bundles and facilitating electron transfer. Both binary and
ternary systems showed biocompatibility with respect to human bone marrow derived mesenchymal
stem cells (hBM-MSCs) and antibacterial characteristic due to silver nanoparticle introduction.
The suitability of these conductive nanocomposite films as a potential support for primary hBM-MSCs
was demonstrated, showing comparable viability and cell–material interaction in the culture period [9].

5.4.3. Porous Nanocomposites

Porous biodegradable nanocomposite materials are ideal candidates as scaffolds for the tissue
engineering approach. Hence we decide to develop 3D structures using different methods such as
electrospinning, solvent casting particulate leaching process, and thermal induced phase separation
(TIPS) process [48].

Electrospinning of bioresorbable polymers is a promising and valuable technique to develop
porous membranes. To improve its potential applications, the addition of specific fillers has been
considered. In one paper we reported the fabrication of electrospun poly(L-lactic acid)/Ca-deficient
hydroxyapatite (PLLA/d-HAP) mats; the content of nanosized d-HAP ranged between 1 and 8 wt %.
All samples consisted of micrometric and submicrometric fibres, comprising 2D voids of 8 and 13 µm for
PLLA and PLLA/d-HAP mats, respectively [36]. The dispersion of 1 or 8 wt % of HAP to the polymer
changed the mechanical properties of the pristine PLLA materials, but the architecture remained
similar [36,37]. Dynamic mechanical properties decreased with the increase of the HAP [37]. We used
these mats to investigate the response of three different stem cell type: hBM-MSCs, murine-induced
pluripotent stem cells (iPSCs) and murine embryonic stem cells (ESCs). We demonstrated that after
three weeks of culture on PLLA/d-HAP, all stem cells expressed osteogenic markers such as BGLAP,
BMP-2, RUNX-2 genes and the deposition of bone matrix proteins (decorin, fibronectin, osteocalcin,
osteonectin, osteopontin, type I collagen, and type III collagen) in the absence of soluble osteogenic
factors [37]. Conversely, multipotent and pluripotent stem cells maintain stemness on neat PLLA.
We discussed the absence of osteogenic differentiation in stem cells cultured on neat PLLA polymer
as a direct consequence of the dispersion of the different amounts of d-HAP into PLLA and in
turn of the different levels of the stiffness [37]. Electrospun membranes permit us to simulate the
extracellular matrix, but do not create the high pore structure necessary for cell migration. In order to
induce cell migration and penetration, higher pores are needed, with defined morphology and good
interconnectivity. The TIPS process is a valuable method to develop polymeric and nanocomposite
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scaffolds with pore diameter ranging from 30 to 150 µm and interconnected. Ternary systems by the
TIPS process with nanoHAP and SWCNTs in PLLA polymer matrix with a porous structure were
developed as a final result of a European project where Italy, Spain and Switzerland collaborated to
develop a new biodegradable biomaterial that permits bone regeneration by specific factors in in vitro
and in vivo conditions [49].

5.4.4. Composites and Nanocomposites Based on Organic Fillers

Organic fillers as keratin and cellulose nanocrystals were also used as micro and nanofillers
in biodegradable polymer matrix, both in 2D film and 3D structures. The formation of a new
generation of hybrid composites was reported using bio-based fillers as CNCs with nano-dimension
or keratin with micro-dimension. In one paper we aimed at modulating the mechanical, thermal and
biocompatibility properties of poly(vinyl alcohol) (PVA) by a combination of cellulose nanocrystals
and poly(D,L-lactide-co-glycolide) (PLGA) nanoparticles (NPs) loaded with bovine serum albumin
fluorescein isothiocynate conjugate (FITC-BSA) [50]. Our approach aims to extend the use of
biodegradable polymer NPs as drug delivery systems based on their encapsulation into PVA/cellulose
nanocrystal bio-nanocomposites (PVA/CNC), thus offering a combination of two nanotechnology
approaches in a unique system. These new systems combine the biocompatibility and high
mechanical response of the PVA/CNC systems with the protein control release due to polymeric
PLGA nanoparticles’ introduction. We used bone marrow mesenchymal stem cells to evaluate the
biocompatibility of the nanocomposite films based on PVA (binary and ternary) and to explore the
release of NPs and fluorescent BSA protein. Our results demonstrated that stem cells take easily up
NPs released either in the culture medium by the binary films following the rapid PVA dissolution, or
by ternary films through direct contact modality (stem cellular membranes/films). The obtained results
demonstrate the possibility of creating a system able to release specific drugs thanks to the presence of
PLGA polymeric nanoparticles, to interact with a selected biological system, such as bone marrow stem
cells, and to control and modulate its mechanical properties in the presence of nanocellulose crystal
dispersion. The effect of chemico-physical, topographical and mechanical properties of a biomaterial
on the induction of stem cell differentiation [9,37,46,69] as well as on the preservation of stem cell
status is well known in the scientific literature [130]. Stem cells’ ability to convert mechanical cues into
biochemical signals and modulate their fate is a relatively recent finding in scientific research [131].

Keratins were also used as bio-based fillers in synthetic biodegradable polymers. We used
keratins extracted from Merino wool (KM) and Brown Alpaca fibres (KA) as fillers in poly(L-lactic) acid
based biocomposites and the performance of the developed materials was compared with commercial
hydrolysed keratins (KH)-based biocomposites. The results confirmed that the surface morphologies of
biocomposites revealed specific round-like surface topography of different microsized keratin particles
in different weight contents, e.g., the analysis of bulk morphologies confirmed a phase adhesion strictly
dependent on the keratin source. Transparency and thermal responses were significantly affected
by the presence of the different keratins and their interaction with the PLLA matrix. Mechanical
characterization by tensile test analysis underlined the possibility of modulating PLLA properties,
selecting the keratin type and content in order to positively influence the elastic and/or plastic
response. The presence of keratins also influenced the protein adsorption; moreover, PLLA and PLLA
biocomposites based on different kinds of keratins supported the culture of hBM-MSCs. The presence
and dispersion of keratin in the PLLA polymer enhances the interactions between human cells and
polymeric membranes, as well as cell proliferation. These biocomposites might be promising materials
for medical applications and the combination of human bone marrow mesenchymal stem cells with
a biocomposite could open up new perspectives for the treatment of skin wounds [51–53].

5.4.5. Nanocomposite Surface Properties

Modulating the nanotopography of the substrate, we demonstrated that stem cells follow the
geometry and, in particular conditions, respond by activating a specific differentiation lineage.
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The interaction between stem cells and biomaterials with nanoscale topography represents a main
route in the roadmap for tissue engineering-based strategies. In particular, we showed the promising
prospects offered by the radiofrequency plasma processes on polymeric substrates by using polystyrene
(PS) films as a reference substrate and developing specific micropatterned grooves and nanostructured
roughness by using oxygen plasma treatment coupled with a mask [54,55]. We observed an improved
wettability, roughness and etching rate by increasing the power supply and treatment time. Uniform
and patterned bi-layer films show regular surface morphology and uniform chemical properties,
with a water contact angle of 77◦, a surface energy of 51.15 mN and good stability in physiological
conditions. Nanoindentation measurements revealed a decrease in the bi-layer friction coefficient
from 0.76 of PS to 0.17, highlighting the improvement of the nanomechanical properties of the novel
developed system. Interaction with human bone marrow mesenchymal stem cells demonstrates that
uniform and patterned PS-based films are biocompatible surfaces and that groove patterned substrates
induce stem cell alignment and elongation [56,57].

In a recent work we have explored the effects of the interaction between the PLLA polymer film
and human adult adipose stem cells (hASCs), focusing on the events correlating the materials’ surface
characteristics and the cells’ plasma membrane. hASCs were seeded on films of pristine PLLA polymer
and on a PLLA surface modified by the radiofrequency plasma method under oxygen flow (PLLA + O2).
Comparative experiments were performed using hBM-MSCs and hUCMSCs. After treatment with
oxygen plasma, the surface of PLLA films became hydrophilic, whereas the bulk properties were
not affected. hASCs cultured on pristine PLLA polymer films acquired a spheroid conformation.
On the contrary, hASCs seeded on PLLA + O2 film surface maintained the fibroblast-like morphology
typically observed on tissue culture polystyrene. This suggests that the surface hydrophilicity is
involved in the acquisition of the spheroid conformation. The oxygen treatment had no effects on
hBM-MSC and hUCMSC cultures and both stem cells maintained the same shape observed on PLLA
films. This different behaviour suggests that the biomaterial interaction is specific to stem cells [56].

5.4.6. Antibacterial Nanocomposites

The incorporation of antimicrobial fillers in the biodegradable polymer matrix may permit the
development of new multifunctional nanostructured materials with a good antibacterial response, also
at very low nanoparticle concentration. With this purpose in mind, we developed a nanocomposite
based on silver nanoparticles and synthetic biodegradable polymers, such as PLGA and PCL, by
the solvent casting method. We evaluated the effect of different content of Ag NPs in terms of
thermal, morphological, mechanical, surface and degradation properties of the polymer matrix, but
also in terms of interaction with biological entities, evaluating the bacterial growth and also stem
cell interaction. Furthermore the Ag+ release was monitored and correlated with the antibacterial
properties. The results showed that, by controlling the nanoparticle content, tunable degradation
and antibacterial action can be achieved [132–135]. The stem cell interaction is important in order
to evaluate the effect of the nanoparticles in the nanocomposite on the biocompatible properties.
The main issue when developing antibacterial polymeric nanocomposite materials is to reduce the
bacterial growth without negatively affecting the cell vitality. Moreover, the surface properties were
used as a valuable tool to modulate the first part of the material that came into contact with the
biological entities, and can induce an antibacterial performance without changing the bulk properties.
In particular, in our experiments we combined nanocomposites with the surface modification method.
We developed nanocomposites based on a PLGA polymer matrix and different content of Ag NPs;
then the surface of the PLGA polymer and nanocomposite was modified by oxygen plasma treatment
by using a radiofrequency reactor that permits detailed control of the process parameters in terms of
pressure, gas flow, power supply and bias voltage. Results showed that the PLGA surface becomes
hydrophilic after oxygen treatment and its roughness increases over the treatment time. Our data
confirm that surface modification treatment by the plasma method and Ag NPs introduction have
a dominant influence on bacteria adhesion and growth [131].
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6. Packaging Applications

In the last few decades, growing concern about the environmental contamination/pollution due
to the high impact of plastic waste has led industry and academic researchers to develop sustainable
and green polymers extracted from natural resources. In this context, biodegradable polymers have
received much attention with respect to non-degradable polymers based on petroleum sources. Indeed,
the use of green polymers represents a valid alternative for the food packaging sector. Packaging
materials, in fact, represent the highest source of environmental pollution. Recent papers reviewed
the use of green polymers combined with lignocellulosic nanoparticles, metal nanoparticles and some
active ingredients in food packaging applications.

The food packaging sector represents one of the most important areas where nanotechnology
has gained an important and innovative role for the development of packaging products. In detail,
nanotechnologies have emerged to sustain and promote innovation in the packaging, production
and preservation of foods to improve the shelf life of food products by modulating the polymeric
characteristics [136]. Finally, multifunctional nanocomposites with structurally and functionally
modulated properties, obtained by combining reinforcement phases as micro- and nanostructured
lignocellulosic materials with antimicrobial agents (essential oils, natural extracts and metal
nanoparticles), have been investigated.

The use of a nanocomposite approach guarantees improvement in the characteristic properties of
polymeric matrices; specifically, nanofiller and active additives modulate the mechanical performance,
e.g. mechanical strength, chemical stability, thermal stability, water vapour and gas (carbon dioxide
and oxygen) barrier properties, recyclability, biodegradability, optical properties, antifungal and
antimicrobial/active activity [136–138]. In this framework, we can identify polylactic acid (PLA) as
one of the most used and investigated polymers in the food packaging sector. PLA is approved by
the U.S. Food and Drug Administration (FDA) as a food contact material, often applied as packaging
for some short shelf-life applications [139]. Nevertheless, PLA shows some limitations, such as poor
thermal, mechanical and barrier properties, which are relevant in the food packaging sector.

As a consequence, several strategies have been considered to enhance the weak properties of
this specific matrix. In particular, blending PLA with other biodegradable polymers or synthetic
matrices represents one of the most effective methods to obtain new properties necessary for specific
final-use applications [138]. For example, blending PLA with poly(hydroxybutyrate) (PHB) or
poly(butylene succinate) (PBS) leads to polymeric materials with improved and interesting thermal,
physical and mechanical characteristics when compared to neat PLA [59,136,140]. With the main
aim of improving the mechanical and antimicrobial response of neat matrix, PLA-based composites
loaded with microcrystalline cellulose (MCC) and silver nanoparticles (AgNPs) were also combined to
demonstrate the advantages of a multifunctional system approach [141]. Fortunati et al. demonstrated
the synergic effect of MCC and AgNPs on the final properties of PLA-based composites [141]:
the results of mechanical characterization confirmed that MCC acted as a reinforcement phase in
PLA matrix, while AgNPs induced bactericidal activity against Gram-negative bacteria (Escherichia coli)
and Gram-positive bacteria (Staphylococcus aureus). Furthermore, the combination of MCC and
silver nanoparticles in PLA-based formulations offered promising and valid perspectives to realize
multifunctional composites with improved mechanical properties and antibacterial effects, maintaining
at the same time the optical transparency and disintegrability in composting conditions—properties of
fundamental importance in food packaging applications. Specifically, the disintegrability in compost
showed that MCC-based composites had the highest rate of degradation; this effect was induced by
the hydrophilic nature of filler systems [141].

Fortunati et al. also investigated the effect of silver nanoparticles combined with cellulose
nanocrystals (CNC) in PLA-based systems [142]: a twin-screw extrusion process was used to
produce PLA-based nanocomposites prepared by the addition of cellulose nanocrystals (CNC),
eventually modified with surfactant (s-CNC) (binary films) and silver nanoparticles (ternary films).
The nanocomposite formulations showed good optical properties, specifically in terms of transparency.
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The thermal analysis revealed that the presence of CNC and mostly the addition of s-CNC in
binary-based systems induced an increase in the value of crystallinity and the highest tensile Young’s
modulus. The presence of surfactant improved the dispersion of cellulose nanocrystals in the polymeric
matrix and the nucleation effect was enhanced. Moreover, the antimicrobial activity of ternary-based
systems underlined an antibacterial response against Staphylococcus aureus and Escherichia coli cells,
suggesting that these novel nanocomposites are good alternatives for the food packaging sector,
which requires an antibacterial effect and good mechanical response [142].

In addition, the effect of modified cellulose nanocrystals (s-CNC) and Ag nanoparticles combined
with PLA was analysed in terms of barrier properties and overall migration limit. The combination
of s-CNC and AgNPs contributed to enhance the barrier properties of neat polymer and to maintain
the overall migration level, in contact with food simulants of different systems, below the allowed
limit [143].

Similar results regarding the effect of reinforcement phase of cellulosic nanostructures in polymer
matrix were obtained with other cellulose nanostructures extracted from different natural sources
and combined with different biodegradable matrices. Cellulose nanocrystal and cellulose nanofibres
extracted from sunflower stalks were used in gluten-based nanocomposites, with the main aim of
increasing the mechanical and barrier properties of neat polymer [144], while other examples are
available for flax and phormium fibres [145] and barley derivatives [146] in PVA, or Posidonia oceanica
in combination with ZnO nanoparticles [139,147]. Luzi and co-authors also proposed the study of
poly(lactic acid) and poly(butylene succinate) blends and bionanocomposite films prepared by the
solvent casting method loaded with two different amounts of cellulose nanocrystals (1 or 3 wt %)
extracted by acid hydrolysis from Carmagnola carded hemp fibres [136]. In this study, the authors
proposed the effect of unmodified (CNC) and surfactant-modified cellulose nanocrystals (s-CNC) in
PLA matrix and in PLA/PBS-blend-based systems in terms of thermal, morphological, mechanical
and barrier properties. Tensile testing showed the positive effect of CNC and s-CNC in PLA- and
PLA/PBS-based systems, while the Young’s modulus increased in PLA and in PLA blend formulations
loaded with CNC (Table 2), highlighting the reinforcement effect induced by unmodified cellulose
nanocrystals but a decrease of elongation at break of CNC-based nanocomposites with respect to
PLA film (a pronounced effect was registered for PLA_3CNC film). s-CNC induced in PLA-based
nanocomposites a different behaviour; the elongation at break underlined the ductile effect due to the
presence of surfactant-modified cellulose nanocrystals.

Table 2. Mechanical properties and barrier properties of PLA- and PLA/PBS-based systems. Reprinted
from [136].

Formulations
Mechanical Properties Barrier Properties

σb
(MPa)

εb
(%)

EYoung
(MPa)

OP 1012

(cm3 m−1 s−1 Pa−1)
WVP (100–53% RH)

(g mmkPa−1 h−1 m−2)

PLA 32.7 ± 6.3 330 ± 50 1250 ± 190 1.98 ± 0.08 0.079 ± 0.004
PLA_1CNC 26.8 ± 2.5 275 ± 15 1300 ± 50 1.66 ± 0.06 0.073 ± 0.003
PLA_3CNC 22.7 ± 3.2 160 ± 30 1540 ± 60 1.57 ± 0.05 0.087 ± 0.013

PLA_1s-CNC 22.4 ± 3.9 300 ± 30 1400 ± 100 1.61 ± 0.05 0.087 ± 0.013
PLA_3s-CNC 28.0 ± 4.8 270 ± 20 1260 ± 75 1.49 ± 0.04 0.068 ± 0.002
PLA_20PBS 30 ± 5.0 360 ± 30 920 ± 30 1.35 ± 0.02 0.065 ± 0.003

PLA_20PBS_1CNC 15.5 ± 2.2 210 ± 10 950 ± 50 1.26 ± 0.01 0.063 ± 0.003
PLA_20PBS_3CNC 21.4 ± 3.3 230 ± 25 1130 ± 90 1.09 ± 0.04 0.071 ± 0.008

PLA_20PBS_1s-CNC 23.5 ± 4.1 260 ± 25 970 ± 20 1.19 ± 0.02 0.055 ± 0.005
PLA_20PBS_3s-CNC 20.1 ± 1.6 370 ± 40 1120 ± 75 1.05 ± 0.02 0.062 ± 0.002

Luzi and co-authors observed an encouraging synergic effect of PBS and both cellulose
nanocrystals (CNC and s-CNC) in terms of barrier properties. CNC and s-CNC reduced the oxygen
(OP) and water vapour (WVP) permeability (Table 2) [136]. This effect was related to the presence of
PBS, which increases the crystallinity degree, and to the ability of cellulosic nanofillers to increase the
tortuous path of gas molecules. The data obtained from the test of disintegrability under composting
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conditions revealed that all the formulations disintegrated in less than 17 days, while the presence
of cellulose nanocrystals modified with surfactant was able to facilitate the disintegration behaviour,
although the PBS presence hinders the disintegrability [136]. The effect of CNC addition has been also
recently investigated in combination with eco-friendly copolyesters containing butylene succinate (BS)
and triethylene succinate (TES) sequences [39]. The effect of TES and CNC presence and content on
the microstructure, tensile properties, thermal characteristics and disintegration under composting
conditions as well as on the toughening mechanism of extruded blend, was investigated. The results
showed how, by combining two different strategies, i.e., copolymerization and nanofiller addition, it is
possible to produce thin extruded films with a tunable range of properties by varying the amount and
comonomeric unit (TES sequences) and/or of the nanofiller (s-CNC), confirming how the combination
of synthesized biodegradable polymers with bio-based nanostructures allowed for the development of
advanced functional materials capable of meeting the requirements for a wide range of applications.

Armentano and co-authors investigated the effect of plasticizer (lactic acid oligomer, OLA) at
three different concentrations (15, 20 and 30 wt % by weight) in the polymeric blend of poly(lactic acid)
(PLA) and poly(3-hydroxybutyrate) (PHB) (15 wt % with respect to PLA). The different formulations
were realized by an extrusion process to improve the processability and mechanical characteristics of
the biopolymers [59]. OLA acted as a plasticizer in PLA_15PHB-based formulations, as observed by the
decrease in glass transition temperatures and the increase of ductile behaviour. The improvement of
barrier properties of blend films is related to the higher crystallinity of PLA_15PHB-based formulations;
the overall migration test underlined that all the formulations maintained the level of migrated
substance of polymeric films in contact with food simulants below the admitted limit level [59].
PLA_15PHB film plasticized with OLA (15 wt %) was combined with 10 wt % of carvacrol used
as an antioxidant agent. The ternary system with carvacrol maintained the mechanical response
of the PLA_15PHB blend, while the addition of OLA induced a reduction of the Young’s modulus
with an increase in the elongation at break. The presence of carvacrol in PLA_15PHB-based films
improved the antioxidant response of different systems. The different formulations showed interesting
mechanical and antioxidant properties for the food packaging sector [59].

Recently, Luzi and co-authors proposed the extraction of cellulose nanocrystals from kiwi
Actinidia deliciosa pruning residues and their use as nanoreinforcement phases in poly(vinyl alcohol)
(PVA) blended with chitosan (CH)-based systems, even in combination with carvacrol, used here as the
active ingredient [137]. In this paper, we proved that the presence of CNC and carvacrol did not induce
particular alterations in PVA and PVA_CH in cryo-fractured surfaces. However, the typical nucleation
phenomenon induced by the presence of cellulose nanocrystals in thermoplastic polymers was not so
evident when CNCs were used as the nanofiller phase in PVA_CH; this behaviour is related to the
presence of chitosan, with its amorphous nature. We realized that the proposed formulations had
significant antioxidant activity (Figure 3a), confirming how the presence of carvacrol could positively
tune this property, which, along with transparency, is necessary for solvent-cast polymeric systems to
be used in the food packaging sector. The presence of carvacrol also induced antimicrobial activity
with respect to Pectobacterium carotovorum susp. Odoriferum (Pco) and Xanthomonas arboricola pv. Pruni
(Xav). Pco and Xav bacteria/multiplication was reduced by using PVA_5Carv_3CNC after 12 h of
testing [137].
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This antioxidant activity was obtained for food packaging purposes even when bio-based
nanoparticles, such as lignin-based nanoparticles, have been considered active fillers in
extruded biopolymeric matrices, in combination (or not) with cellulose-based nano-reinforcements.
In Yang et al. [149], the antioxidant and antimicrobial activities of lignin nanoparticles have been
preliminary studied for potential biological applications, revealing how LNPs can effectively be used as
active agents towards different pathogen strains. It was assumed that there was a relationship between
antibacterial activity and the antioxidant property of lignin from the point of view of chemical structure,
since the free-radical scavenging activity of lignin was found to be strictly related to the presence of
phenolic structures on oxygen-containing reactive free radicals [150]. The authors investigated the
role of the produced LNPs when they are incorporated in different polymeric films for packaging
purposes (Figure 3b): two different PLA blends, one containing 3 wt % LNPs and one containing
3 wt % LNPs and 1 wt % CNCs, were tested against the bacterial plant pathogen Pseudomonas syringae
pv. tomato (Pst) [148,151], while in another study the activity of neat PVA, CH, PVA/CH films and
nanocomposites containing LNPs [152] was evaluated against Gram-positive and Gram-negative
bacterial plant pathogens. The results revealed how all LNP-incorporated polymer blends showed
reduced CFU concentrations within the first 3 h of contact, and remained at lower CFU concentrations
when compared to the neat polymers, even after 24 h. Other than neat PLA and PVA/chitosan
blends, Yang et al. also studied the effects of LNPs on the mechanical and thermal performance of
wheat gluten (WG) and glycidyl methacrylate-grafted polylactic acid (g-PLA) [153,154]. In the case of
water-soluble matrices, i.e., gluten and PVA, films were prepared with a casting method and aqueous
LNP dispersions (1 and 3 wt %): the results confirmed a general decrease of light transmittance in the
visible light spectrum after incorporation of LNPs (from 89% for neat WG to 56% for WG containing
3 wt % LNPs), while in the UV range (below 400 nm) transmittance below 2% was reached for the LNP
containing PVA and WG samples.

Binary and ternary polymeric cast films with PVA, CH and LNPs were also prepared and the
UV transmittance was reduced from 90.79% to quite low values (0.39% for PVA containing 3 wt %
and 0.87% for ternary compositions) [152]. PLA/lignin nanoparticles films were also produced by
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extrusion and we observed, in the case of grafted PLA and 1 wt % LNPs, a 28% reduction of UV-B
(280–315 nm) irradiation [154].

Briefly, we aimed to establish that the growth of nanotechnological approaches naturally supports
the realization of nanocomposites containing these bio-based nanofillers; in addition, the processing
approach could affect ultimate properties of polymeric matrices, having different rheological behaviour
due a different effect of microstructure on manufacturing techniques parameters.

It should be recognized that the rheological characterisations of these materials, mostly orientated
to better understanding the dynamics of confined polymers, can effectively support the investigation
of many different items, such as degree of dispersion (intercalation and/or exfoliation), polymer–filler
interaction and filler content, that are expected to be determining factors for the rheological response
of nanocomposites. Rheological behaviour of polymer nanocomposites is affected by the discontinuity
of material properties in the material domains, the presence of concentration gradient due to
nonhomogeneity, and orientation of the flow element due to the presence of dispersed phases [155].

Rheological measurements at low deformation rates provide the most sensitive method for
nanocomposite characterisation; moreover, the effect of all the variables previously mentioned can
be considered in several simple rheological parameters. These concepts emphasise how rheology
could be a promising and practical method to gain some control over nanocomposite technology.
In particular, for polymer nanocomposites, the rheological properties are influenced by the nature of the
structure formed, depending on the state of nanofillers’ dispersion in the matrix, the polymer–nanofiller
interactions, imposed stress, and orientation of flow domains. From a rheological point of view,
a direct consequence of the incorporation of fillers in polymers is a significant change in their steady
shear viscosity behaviour and the viscoelastic properties [156]. In biopolymeric nanocomposites,
measurements of melt rheological properties are not only important to understand the nature of
processability of these materials, but also to determine the strength of polymer–filler interactions
and the structure–property relationship in the nanocomposites, because melt rheological behaviours
are strongly influenced by their nanoscale structure and interfacial characteristics. The evaluation of
rheological behaviour for a series of different biopolymers was considered by Bari et al. [6]; in that paper,
the authors reviewed recent studies carried out on biodegradable polymer nanocomposites, including
preparation, characterization (comprising rheology), properties, and applications of nanocomposites
based on biodegradable polymers and a wide range of organic and inorganic nanoparticles used
as additives. Other than this, the interpretation of rheological behaviour for every matrix/filler
combination could be extremely difficult or, on the other hand, too generic if not deeply investigated.

7. Conclusions and Outlook

The processing of novel biomaterials will create new challenges in the field of plastics engineering,
and set new requirements for equipment, optimization and control. Currently, a significant amount
of work is being published on nanocomposites based on biodegradable polymers. In an attempt to
further understand the synthesis, processing and properties analysis of polymer nanocomposites,
a selection of representative and recent literature was chosen to highlight some of the issues related to
the preparation and mechanical behaviour of composites with nano-sized reinforcement in comparison
with composites with larger micron-sized inclusions. The development of nanocomposites opens
up new challenges in the field of biomedicine, yielding biocompatible materials with enhanced and
modulated bulk and surface properties. We hope that our research activities in this field can open up
new perspectives for their application, and help solve some technological problems.
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80. Doğan, A. Embryonic Stem Cells in Development and Regenerative Medicine. Adv. Exp. Med. Biol. 2018.
[CrossRef]

81. Baker, C.L.; Pera, M.F. Capturing Totipotent Stem Cells. Cell Stem Cell 2018, 22, 25–34. [CrossRef] [PubMed]
82. Clevers, H.; Watt, F.M. Defining Adult Stem Cells by Function, Not by Phenotype. Annu. Rev. Biochem.

2018, 87. [CrossRef] [PubMed]
83. Paksa, A.; Rajagopal, J. The epigenetic basis of cellular plasticity. Curr. Opin. Cell Biol. 2017, 49, 116–122.

[CrossRef] [PubMed]

http://dx.doi.org/10.1021/jp4009042
http://dx.doi.org/10.1166/jnn.2011.4714
http://www.ncbi.nlm.nih.gov/pubmed/22097501
http://dx.doi.org/10.1002/mabi.201600250
http://www.ncbi.nlm.nih.gov/pubmed/27892655
http://dx.doi.org/10.1021/acs.est.7b02062
http://www.ncbi.nlm.nih.gov/pubmed/29161037
http://dx.doi.org/10.1080/02648725.2018.1430464
http://www.ncbi.nlm.nih.gov/pubmed/29385962
http://dx.doi.org/10.1016/j.biotechadv.2011.06.015
http://www.ncbi.nlm.nih.gov/pubmed/21740963
http://dx.doi.org/10.1016/j.biomaterials.2018.03.002
http://www.ncbi.nlm.nih.gov/pubmed/29550615
http://www.ncbi.nlm.nih.gov/pubmed/20587344
http://dx.doi.org/10.1083/jcb.200707083
http://www.ncbi.nlm.nih.gov/pubmed/18209101
http://dx.doi.org/10.1016/j.ceb.2014.09.005
http://www.ncbi.nlm.nih.gov/pubmed/25264944
http://dx.doi.org/10.1098/rstb.2013.0466
http://www.ncbi.nlm.nih.gov/pubmed/25047620
http://dx.doi.org/10.1182/blood-2009-12-256461
http://www.ncbi.nlm.nih.gov/pubmed/20511539
http://dx.doi.org/10.2174/092986710790416272
http://www.ncbi.nlm.nih.gov/pubmed/20088765
http://dx.doi.org/10.1111/j.1471-4159.2009.05919.x
http://www.ncbi.nlm.nih.gov/pubmed/19166507
http://dx.doi.org/10.1177/1352458513477230
http://www.ncbi.nlm.nih.gov/pubmed/23439581
http://dx.doi.org/10.1016/j.biocel.2011.02.001
http://www.ncbi.nlm.nih.gov/pubmed/21315176
http://dx.doi.org/10.1007/5584_2018_175
http://dx.doi.org/10.1016/j.stem.2017.12.011
http://www.ncbi.nlm.nih.gov/pubmed/29304340
http://dx.doi.org/10.1146/annurev-biochem-062917-012341
http://www.ncbi.nlm.nih.gov/pubmed/29494240
http://dx.doi.org/10.1016/j.ceb.2018.01.003
http://www.ncbi.nlm.nih.gov/pubmed/29413970


Materials 2018, 11, 795 24 of 27

84. Srivastava, M.; Ahlawat, N.; Srivastava, A. Amniotic Fluid Stem Cells: A New Era in Regenerative Medicine.
J. Obstet. Gynaecol. India 2018, 68, 15–19. [CrossRef] [PubMed]

85. Gao, X.; Xu, C.; Asada, N.; Frenette, P.S. The hematopoietic stem cell niche: From embryo to adult.
Development 2018, 145. [CrossRef] [PubMed]

86. McKay, R.D. Stem cell biology and neurodegenerative disease. Philos. Trans. R. Soc. Lond. B Biol. Sci. 2004,
359, 851–856. [CrossRef] [PubMed]

87. Samsonraj, R.M.; Raghunath, M.; Nurcombe, V.; Hui, J.H.; van Wijnen, A.J.; Cool, S.M. Concise Review:
Multifaceted Characterization of Human Mesenchymal Stem Cells for Use in Regenerative Medicine.
Stem Cells Transl. Med. 2017, 6, 2173–2185. [CrossRef] [PubMed]

88. Takahashi, K.; Yamanaka, S. Induction of pluripotent stem cells from mouse embryonic and adult fibroblast
cultures by defined factors. Cell 2006, 126, 663–676. [CrossRef] [PubMed]

89. Prabhakaran, M.P.; Mobarakeh, L.G.; Kai, D.; Karbalaie, K.; Nasr-Esfahani, M.H.; Ramakrishna, S.
Differentiation of embryonic stem cells to cardiomyocytes on electrospun nanofibrous substrates. J. Biomed.
Mater. Res. B Appl. Biomater. 2014, 102, 447–454. [CrossRef] [PubMed]

90. Kim, J.; Sachdev, P.; Sidhu, K. Alginate microcapsule as a 3D platform for the efficient differentiation of
human embryonic stem cells to dopamine neurons. Stem Cell Res. 2013, 11, 978–989. [CrossRef] [PubMed]

91. Rodrigues, G.M.C.; Gaj, T.; Adil, M.M.; Wahba, J.; Rao, A.T.; Lorbeer, F.K.; Kulkarni, R.U.; Diogo, M.M.;
Cabral, J.M.S.; Miller, E.W.; et al. Defined and Scalable Differentiation of Human Oligodendrocyte Precursors
from Pluripotent Stem Cells in a 3D Culture System. Stem Cell Rep. 2017, 8, 1770–1783. [CrossRef] [PubMed]

92. McKee, C.; Hong, Y.; Yao, D.; Chaudhry, G.R. Compression Induced Chondrogenic Differentiation of
Embryonic Stem Cells in Three-Dimensional Polydimethylsiloxane Scaffolds. Tissue Eng. Part A 2017, 23,
426–435. [CrossRef] [PubMed]

93. Ding, K.; Wang, Y.; Wang, H.; Yuan, L.; Tan, M.; Shi, X.; Lyu, Z.; Liu, Y.; Chen, H. 6-O-sulfated chitosan
promoting the neural differentiation of mouse embryonic stem cells. ACS Appl. Mater. Interfaces 2014, 6,
20043–20050. [CrossRef] [PubMed]

94. Eke, G.; Mangir, N.; Hasirci, N.; MacNeil, S.; Hasirci, V. Development of a UV crosslinked biodegradable
hydrogel containing adipose derived stem cells to promote vascularization for skin wounds and tissue
engineering. Biomaterials 2017, 129, 188–198. [CrossRef] [PubMed]

95. Wang, G.; Roohani-Esfahani, S.I.; Zhang, W.; Lv, K.; Yang, G.; Ding, X.; Zou, D.; Cui, D.; Zreiqat, H.; Jiang, X.
Effects of Sr-HT-Gahnite on osteogenesis and angiogenesis by adipose derived stem cells for critical-sized
calvarial defect repair. Sci. Rep. 2017, 7, 41135. [CrossRef] [PubMed]

96. Morena, F.; Argentati, C.; Calzoni, E.; Cordellini, M.; Emiliani, C.; D’Angelo, F.; Martino, S. Ex-Vivo Tissues
Engineering Modeling for Reconstructive Surgery Using Human Adult Adipose Stem Cells and Polymeric
Nanostructured Matrix. Nanomaterials 2016, 6, E57. [CrossRef] [PubMed]

97. Zhang, Q.; Hubenak, J.; Iyyanki, T.; Alred, E.; Turza, K.C.; Davis, G.; Chang, EI.; Branch-Brooks, C.D.;
Beahm, E.K.; Butler, C.E. Engineering vascularized soft tissue flaps in an animal model using human
adipose-derived stem cells and VEGF+PLGA/PEG microspheres on a collagen-chitosan scaffold with
a flow-through vascular pedicle. Biomaterials 2015, 73, 198–213. [CrossRef] [PubMed]

98. Blaško, J.; Szekiova, E.; Slovinska, L.; Kafka, J.; Cizkova, D. Axonal outgrowth stimulation after
alginate/mesenchymal stem cell therapy in injured rat spinal cord. Acta Neurobiol. Exp. 2017, 77, 337–350.
[CrossRef]

99. Lee, D.J.; Lee, Y.T.; Zou, R.; Daniel, R.; Ko, C.C. Polydopamine-Laced Biomimetic Material Stimulation of
Bone Marrow Derived Mesenchymal Stem Cells to Promote Osteogenic Effects. Sci. Rep. 2017, 7, 12984.
[CrossRef] [PubMed]

100. Chung, T.W.; Lo, H.Y.; Chou, T.H.; Chen, J.H.; Wang, S.S. Promoting Cardiomyogenesis of hBMSC with
a Forming Self-Assembly hBMSC Microtissues/HA-GRGD/SF-PCL Cardiac Patch Is Mediated by the
Synergistic Functions of HA-GRGD. Macromol. Biosci. 2017, 17. [CrossRef] [PubMed]

101. Manchineella, S.; Thrivikraman, G.; Basu, B.; Govindaraju, T. Surface-Functionalized Silk Fibroin Films
as a Platform To Guide Neuron-like Differentiation of Human Mesenchymal Stem Cells. ACS Appl.
Mater. Interfaces 2016, 8, 22849–22859. [CrossRef] [PubMed]

http://dx.doi.org/10.1007/s13224-017-1034-z
http://www.ncbi.nlm.nih.gov/pubmed/29391670
http://dx.doi.org/10.1242/dev.139691
http://www.ncbi.nlm.nih.gov/pubmed/29358215
http://dx.doi.org/10.1098/rstb.2004.1472
http://www.ncbi.nlm.nih.gov/pubmed/15293812
http://dx.doi.org/10.1002/sctm.17-0129
http://www.ncbi.nlm.nih.gov/pubmed/29076267
http://dx.doi.org/10.1016/j.cell.2006.07.024
http://www.ncbi.nlm.nih.gov/pubmed/16904174
http://dx.doi.org/10.1002/jbm.b.33022
http://www.ncbi.nlm.nih.gov/pubmed/24039141
http://dx.doi.org/10.1016/j.scr.2013.06.005
http://www.ncbi.nlm.nih.gov/pubmed/23900167
http://dx.doi.org/10.1016/j.stemcr.2017.04.027
http://www.ncbi.nlm.nih.gov/pubmed/28552605
http://dx.doi.org/10.1089/ten.tea.2016.0376
http://www.ncbi.nlm.nih.gov/pubmed/28103756
http://dx.doi.org/10.1021/am505628g
http://www.ncbi.nlm.nih.gov/pubmed/25300532
http://dx.doi.org/10.1016/j.biomaterials.2017.03.021
http://www.ncbi.nlm.nih.gov/pubmed/28343005
http://dx.doi.org/10.1038/srep41135
http://www.ncbi.nlm.nih.gov/pubmed/28106165
http://dx.doi.org/10.3390/nano6040057
http://www.ncbi.nlm.nih.gov/pubmed/28335186
http://dx.doi.org/10.1016/j.biomaterials.2015.09.024
http://www.ncbi.nlm.nih.gov/pubmed/26410787
http://dx.doi.org/10.21307/ane-2017-066
http://dx.doi.org/10.1038/s41598-017-13326-y
http://www.ncbi.nlm.nih.gov/pubmed/29021583
http://dx.doi.org/10.1002/mabi.201600173
http://www.ncbi.nlm.nih.gov/pubmed/27678265
http://dx.doi.org/10.1021/acsami.6b06403
http://www.ncbi.nlm.nih.gov/pubmed/27518901


Materials 2018, 11, 795 25 of 27

102. Martino, S.; D’Angelo, F.; Armentano, I.; Tiribuzi, R.; Pennacchi, M.; Dottori, M.; Mattioli, S.; Caraffa, A.;
Cerulli, G.G.; Kenny, J.M.; et al. Hydrogenated amorphous carbon nanopatterned film designs drive human
bone marrow mesenchymal stem cell cytoskeleton architecture. Tissue Eng. Part A 2009, 15, 3139–49.
[CrossRef] [PubMed]

103. D’Angelo, F.; Armentano, I.; Mattioli, S.; Crispoltoni, L.; Tiribuzi, R.; Cerulli, G.G.; Palmerini, C.A.;
Kenny, J.M.; Martino, S.; Orlacchio, A. Micropatterned hydrogenated amorphous carbon guides
mesenchymal stem cells towards neuronal differentiation. Eur. Cell Mater. 2010, 20, 231–244. [CrossRef]
[PubMed]

104. Lee, S.; Yun, S.; Park, K.I.; Jang, J.H. Sliding Fibers: Slidable, Injectable, and Gel-like Electrospun Nanofibers
as Versatile Cell Carriers. ACS Nano 2016, 10, 3282–3294. [CrossRef] [PubMed]

105. Yang, K.; Park, E.; Lee, J.S.; Kim, I.S.; Hong, K.; Park, K.I.; Cho, S.W.; Yang, H.S. Biodegradable
Nanotopography Combined with Neurotrophic Signals Enhances Contact Guidance and Neuronal
Differentiation of Human Neural Stem Cells. Macromol. Biosci. 2015, 15, 1348–1356. [CrossRef] [PubMed]

106. Yang, K.; Jung, H.; Lee, H.R.; Lee, J.S.; Kim, S.R.; Song, K.Y.; Cheong, E.; Bang, J.; Im, S.G.; Cho, S.W.
Multiscale, hierarchically patterned topography for directing human neural stem cells into functional
neurons. ACS Nano 2014, 8, 7809–7822. [CrossRef] [PubMed]

107. Kuo, Y.C.; Liu, Y.C.; Rajesh, R. Pancreatic differentiation of induced pluripotent stem cells in activin
A-grafted gelatin-poly(lactide-co-glycolide) nanoparticle scaffolds with induction of LY294002 and retinoic
acid. Mater. Sci. Eng. C Mater. Biol. Appl. 2017, 77, 384–393. [CrossRef] [PubMed]

108. Worthington, K.S.; Green, B.J.; Rethwisch, M.; Wiley, L.A.; Tucker, B.A.; Guymon, C.A.; Salem, A.K.
Neuronal Differentiation of Induced Pluripotent Stem Cells on Surfactant Templated Chitosan Hydrogels.
Biomacromolecules 2016, 17, 1684–1695. [CrossRef] [PubMed]

109. Liu, J.; Nie, H.; Xu, Z.; Niu, X.; Guo, S.; Yin, J.; Guo, F.; Li, G.; Wang, Y.; Zhang, C. The effect of 3D nanofibrous
scaffolds on the chondrogenesis of induced pluripotent stem cells and their application in restoration of
cartilage defects. PLoS ONE 2014, 9, e111566. [CrossRef] [PubMed]

110. Kang, H.; Shih, Y.V.; Hwang, Y.; Wen, C.; Rao, V.; Seo, T.; Varghese, S. Mineralized gelatin methacrylate-based
matrices induce osteogenic differentiation of human induced pluripotent stem cells. Acta Biomater. 2014, 10,
4961–4970. [CrossRef] [PubMed]

111. Woese, C.R.; Kandler, O.; Wheelis, M.L. Towards a natural system of organisms: Proposal for the domains
Archaea, Bacteria, and Eucarya. Proc. Natl. Acad. Sci. USA 1990, 87, 4576–4579. [CrossRef] [PubMed]

112. Palmer, M.; Steenkamp, E.T.; Coetzee, M.P.A.; Blom, J.; Venter, S.N. Genome-BasedCharacterization of
Biological Processes That Differentiate Closely Related Bacteria. Front. Microbiol. 2018, 9, 113. [CrossRef]
[PubMed]

113. Relman, D.A. Microbiology: Learning about who we are. Nature 2012, 486, 194–195. [CrossRef] [PubMed]
114. Costerton, J.W.; Stewart, P.S.; Greenberg, E.P. Bacterial biofilms: A common cause of persistent infections.

Science 1999, 284, 1318–1322. [CrossRef] [PubMed]
115. Donlan, R.M.; Costerton, J.W. Biofilms: Survival mechanisms of clinically relevant microorganisms.

Clin. Microbiol. Rev. 2002, 15, 167–193. [CrossRef] [PubMed]
116. Davies, J. Microbes have the last word. A drastic re-evaluation of antimicrobial treatment is needed to

overcome the threat of antibiotic-resistant bacteria. EMBO Rep. 2007, 8, 616–621. [CrossRef] [PubMed]
117. Lebeaux, D.; Ghigo, J.M.; Beloin, C. Biofilm-related infections: Bridging the gap between clinical management

and fundamental aspects of recalcitrance toward antibiotics. Microbiol. Mol. Biol. Rev. 2014, 78, 510–543.
[CrossRef] [PubMed]

118. Geesey, G.G.; Mutch, R.; Costertin, J.W.; Green, R.B. Sessile bacteria: An important component of the
microbial population in small mountain streams. Limnol. Oceanogr. 1978, 23, 1214–1223. [CrossRef]

119. Lebeaux, D.; Chauhan, A.; Rendueles, O.; Beloin, C. From in vitro to in vivo models of bacterial
biofilm-related infections. Pathogens 2013, 2, 288–356. [CrossRef] [PubMed]

120. Teitzel, G.M.; Parsek, M.R. Heavy metal resistance of biofilm and planktonic Pseudomonas aeruginosa.
Appl. Environ. Microbiol. 2003, 69, 2313–2320. [CrossRef] [PubMed]

121. Ferraris, S.; Spriano, S. Antibacterial titanium surfaces for medical implants. Mater. Sci. Eng. C Mater.
Biol. Appl. 2016, 61, 96578. [CrossRef] [PubMed]

http://dx.doi.org/10.1089/ten.tea.2008.0552
http://www.ncbi.nlm.nih.gov/pubmed/19344290
http://dx.doi.org/10.22203/eCM.v020a19
http://www.ncbi.nlm.nih.gov/pubmed/20925022
http://dx.doi.org/10.1021/acsnano.5b06605
http://www.ncbi.nlm.nih.gov/pubmed/26885937
http://dx.doi.org/10.1002/mabi.201500080
http://www.ncbi.nlm.nih.gov/pubmed/26036788
http://dx.doi.org/10.1021/nn501182f
http://www.ncbi.nlm.nih.gov/pubmed/25050736
http://dx.doi.org/10.1016/j.msec.2017.03.265
http://www.ncbi.nlm.nih.gov/pubmed/28532044
http://dx.doi.org/10.1021/acs.biomac.6b00098
http://www.ncbi.nlm.nih.gov/pubmed/27008004
http://dx.doi.org/10.1371/journal.pone.0111566
http://www.ncbi.nlm.nih.gov/pubmed/25389965
http://dx.doi.org/10.1016/j.actbio.2014.08.010
http://www.ncbi.nlm.nih.gov/pubmed/25153779
http://dx.doi.org/10.1073/pnas.87.12.4576
http://www.ncbi.nlm.nih.gov/pubmed/2112744
http://dx.doi.org/10.3389/fmicb.2018.00113
http://www.ncbi.nlm.nih.gov/pubmed/29467735
http://dx.doi.org/10.1038/486194a
http://www.ncbi.nlm.nih.gov/pubmed/22699602
http://dx.doi.org/10.1126/science.284.5418.1318
http://www.ncbi.nlm.nih.gov/pubmed/10334980
http://dx.doi.org/10.1128/CMR.15.2.167-193.2002
http://www.ncbi.nlm.nih.gov/pubmed/11932229
http://dx.doi.org/10.1038/sj.embor.7401022
http://www.ncbi.nlm.nih.gov/pubmed/17603533
http://dx.doi.org/10.1128/MMBR.00013-14
http://www.ncbi.nlm.nih.gov/pubmed/25184564
http://dx.doi.org/10.4319/lo.1978.23.6.1214
http://dx.doi.org/10.3390/pathogens2020288
http://www.ncbi.nlm.nih.gov/pubmed/25437038
http://dx.doi.org/10.1128/AEM.69.4.2313-2320.2003
http://www.ncbi.nlm.nih.gov/pubmed/12676715
http://dx.doi.org/10.1016/j.msec.2015.12.062
http://www.ncbi.nlm.nih.gov/pubmed/26838926


Materials 2018, 11, 795 26 of 27

122. Zhang, J.; Huang, J.; Say, C.; Dorit, R.L.; Queeney, K.T. Deconvoluting the effects of surface chemistry
and nanoscale topography: Pseudomonas aeruginosa biofilm nucleation on Si-based substrates. J. Colloid
Interface Sci. 2018, 519, 203–213. [CrossRef] [PubMed]

123. Anselme, K.; Davidson, P.; Popa, A.M.; Giazzon, M.; Liley, M.; Ploux, L. The interaction of cells and bacteria
with surfaces structured at the nanometre scale. Acta Biomater. 2010, 6, 3824–3846. [CrossRef] [PubMed]

124. Zhang, W.; Deng, X.; Zhou, X.; Hao, Y.; Li, Y. Influence of Helicobacter pylori culture supernatant on the
ecological balance of a dual-species oral biofilm. J. Appl. Oral Sci. 2018, 26, e20170113. [CrossRef] [PubMed]

125. Xu, J.; Xie, Y.; Zhang, H.; Ye, Z.; Zhang, W. Fabrication of PLGA/MWNTs composite electrospun fibrous
scaffolds for improved myogenic differentiation of C2C12 cells. Colloids Surf. B Biointerfaces 2014, 123,
907–915. [CrossRef] [PubMed]

126. Zhao, C.; Andersen, H.; Ozyilmaz, B.; Ramaprabhu, S.; Pastorin, G.; Ho, H.K. Spontaneous and specific
myogenic differentiation of human mesenchymal stem cells on polyethylene glycol-linked multi-walled
carbon nanotube films for skeletal muscle engineering. Nanoscale 2015, 7, 18239–18249. [CrossRef] [PubMed]

127. Ramón-Azcón, J.; Ahadian, S.; Estili, M.; Liang, X.; Ostrovidov, S.; Kaji, H.; Shiku, H.; Ramalingam, M.;
Nakajima, K.; Sakka, Y.; et al. Dielectrophoretically aligned carbon nanotubes to control electrical and
mechanical properties of hydrogels to fabricate contractile muscle myofibers. Adv. Mater. 2013, 25, 4028–4034.
[CrossRef] [PubMed]

128. Zan, X.; Feng, S.; Balizan, E.; Lin, Y.; Wang, Q. Facile method for large scale alignment of one dimensional
nanoparticles and control over myoblast orientation and differentiation. ACS Nano 2013, 7, 8385–8396.
[CrossRef] [PubMed]

129. Du, Y.; Ge, J.; Li, Y.; Ma, P.X.; Lei, B. Biomimetic elastomeric, conductive and biodegradable polycitrate-based
nanocomposites for guiding myogenic differentiation and skeletal muscle regeneration. Biomaterials 2018,
157, 40–50. [CrossRef] [PubMed]

130. D’Angelo, F.; Tiribuzi, R.; Armentano, I.; Kenny, J.M.; Martino, S.; Orlacchio, A. Mechanotransduction:
Tuning stem cells fate. J. Funct. Biomater. 2011, 2, 67–87. [CrossRef] [PubMed]

131. Engler, A.J.; Sen, S.; Sweeney, H.L.; Discher, D.E. Matrix Elasticity Directs Stem Cell Lineage Specification.
Cell 2006, 126, 677–689. [CrossRef] [PubMed]

132. Fortunati, E.; Mattioli, S.; Visai, L.; Imbriani, M.; Fierro, J.L.G.; Kenny, J.M.; Armentano, I. Combined effects
of Ag Nanoparticles and Oxygen Plasma Treatments on PLGA Morphological, Chemical, and Antibacterial
Properties. Biomacromolecules 2013, 14, 626–636. [CrossRef] [PubMed]

133. Armentano, I.; Arciola, C.R.; Fortunati, E.; Ferrari, D.; Mattioli, S.; Amoroso, C.F.; Rizzo, J.; Kenny, J.M.;
Imbriani, M.; Visai, L. The Interaction of Bacteria with Engineered Nanostructured Polymeric Materials:
A Review. Sci. World J. 2014, 410423. [CrossRef] [PubMed]

134. Rinaldi, S.; Fortunati, E.; Taddei, M.; Kenny, J.M.; Armentano, I.; Latterini, L. Integrated PLGA–Ag
nanocomposite systems to control the degradation rate and antibacterial properties. J. Appl. Polym. Sci. 2013,
130, 1185–1193. [CrossRef]

135. Fortunati, E.; Latterini, L.; Rinaldi, S.; Kenny, J.M.; Armentano, I. PLGA/Ag nanocomposites: In vitro
degradation study and silver ion release. J. Mater. Sci. Mater. Med. 2011, 22, 2735–2744. [CrossRef] [PubMed]

136. Luzi, F.; Fortunati, E.; Jiménez, A.; Puglia, D.; Pezzolla, D.; Gigliotti, G.; Kenny, J.M.; Chiralt, A.; Torre, L.
Production and characterization of PLA_PBS biodegradable blends reinforced with cellulose nanocrystals
extracted from hemp fibres. Ind. Crops Prod. 2016, 93, 276–289. [CrossRef]

137. Luzi, F.; Fortunati, E.; Giovanale, G.; Mazzaglia, A.; Torre, L.; Balestra, G.M. Cellulose nanocrystals from
Actinidia deliciosa pruning residues combined with carvacrol in PVA_CH films with antioxidant/antimicrobial
properties for packaging applications. Int. J. Biol. Macromol. 2017, 104, 43–55. [CrossRef] [PubMed]

138. Arrieta, M.P.; del Mar Castro-López, M.; Rayón, E.; Barral-Losada, L.F.; López-Vilariño, J.M.;
López, J.; González-Rodríguez, M.V. Plasticized Poly(lactic acid)–Poly(hydroxybutyrate) (PLA–PHB) Blends
Incorporated with Catechin Intended for Active Food-Packaging Applications. J. Agric. Food Chem. 2014, 62,
10170–10180. [CrossRef] [PubMed]

139. Luzi, F.; Fortunati, E.; Puglia, D.; Petrucci, R.; Kenny, J.M.; Torre, L. Study of disintegrability in compost and
enzymatic degradation of PLA and PLA nanocomposites reinforced with cellulose nanocrystals extracted
from Posidonia Oceanica. Polym. Degrad. Stab. 2015, 121, 105–115. [CrossRef]

140. Zhang, M.; Thomas, N.L. Blending polylactic acid with polyhydroxybutyrate: The effect on thermal,
mechanical, and biodegradation properties. Adv. Polym. Technol. 2011, 30, 67–79. [CrossRef]

http://dx.doi.org/10.1016/j.jcis.2018.02.068
http://www.ncbi.nlm.nih.gov/pubmed/29500992
http://dx.doi.org/10.1016/j.actbio.2010.04.001
http://www.ncbi.nlm.nih.gov/pubmed/20371386
http://dx.doi.org/10.1590/1678-7757-2017-0113
http://www.ncbi.nlm.nih.gov/pubmed/29489935
http://dx.doi.org/10.1016/j.colsurfb.2014.10.041
http://www.ncbi.nlm.nih.gov/pubmed/25466454
http://dx.doi.org/10.1039/C5NR04303D
http://www.ncbi.nlm.nih.gov/pubmed/26486984
http://dx.doi.org/10.1002/adma.201301300
http://www.ncbi.nlm.nih.gov/pubmed/23798469
http://dx.doi.org/10.1021/nn403908k
http://www.ncbi.nlm.nih.gov/pubmed/24004197
http://dx.doi.org/10.1016/j.biomaterials.2017.12.005
http://www.ncbi.nlm.nih.gov/pubmed/29241032
http://dx.doi.org/10.3390/jfb2020067
http://www.ncbi.nlm.nih.gov/pubmed/24956164
http://dx.doi.org/10.1016/j.cell.2006.06.044
http://www.ncbi.nlm.nih.gov/pubmed/16923388
http://dx.doi.org/10.1021/bm301524e
http://www.ncbi.nlm.nih.gov/pubmed/23360180
http://dx.doi.org/10.1155/2014/410423
http://www.ncbi.nlm.nih.gov/pubmed/25025086
http://dx.doi.org/10.1002/app.39255
http://dx.doi.org/10.1007/s10856-011-4450-0
http://www.ncbi.nlm.nih.gov/pubmed/22002470
http://dx.doi.org/10.1016/j.indcrop.2016.01.045
http://dx.doi.org/10.1016/j.ijbiomac.2017.05.176
http://www.ncbi.nlm.nih.gov/pubmed/28587959
http://dx.doi.org/10.1021/jf5029812
http://www.ncbi.nlm.nih.gov/pubmed/25255375
http://dx.doi.org/10.1016/j.polymdegradstab.2015.08.016
http://dx.doi.org/10.1002/adv.20235


Materials 2018, 11, 795 27 of 27

141. Fortunati, E.; Armentano, I.; Iannoni, A.; Barbale, M.; Zaccheo, S.; Scavone, M.; Visai, L.; Kenny, J.M. New
multifunctional poly(lactide acid) composites: Mechanical, antibacterial, and degradation properties. J. Appl.
Polym. Sci. 2012, 124, 87–98. [CrossRef]

142. Fortunati, E.; Armentano, I.; Zhou, Q.; Iannoni, A.; Saino, E.; Visai, L.; Berglund, L.A.; Kenny, J.M.
Multifunctional bionanocomposite films of poly(lactic acid), cellulose nanocrystals and silver nanoparticles.
Carbohydr. Polym. 2012, 87, 1596–1605. [CrossRef]

143. Fortunati, E.; Peltzer, M.; Armentano, I.; Jiménez, A.; Kenny, J.M. Combined effects of cellulose nanocrystals
and silver nanoparticles on the barrier and migration properties of PLA nano-biocomposites. J. Food Eng.
2013, 118, 117–124. [CrossRef]

144. Fortunati, E.; Luzi, F.; Jiménez, A.; Gopakumar, D.A.; Puglia, D.; Thomas, S.; Kenny, J.M.; Chiralt, A.; Torre, L.
Revalorization of sunflower stalks as novel sources of cellulose nanofibrils and nanocrystals and their effect
on wheat gluten bionanocomposite properties. Carbohydr. Polym. 2016, 149, 357–368. [CrossRef] [PubMed]

145. Fortunati, E.; Puglia, D.; Luzi, F.; Santulli, C.; Kenny, J.M.; Torre, L. Binary PVA bio-nanocomposites
containing cellulose nanocrystals extracted from different natural sources: Part I. Carbohydr. Polym. 2013, 97,
825–836. [CrossRef] [PubMed]

146. Fortunati, E.; Benincasa, P.; Balestra, G.M.; Luzi, F.; Mazzaglia, A.; Del Buono, D.; Puglia, D.; Torre, L.
Revalorization of barley straw and husk as precursors for cellulose nanocrystals extraction and their effect
on PVA_CH nanocomposites. Ind. Crop. Prod. 2015, 92, 201–217. [CrossRef]

147. Luzi, F.; Fortunati, E.; Jiménez, A.; Puglia, D.; Chiralt, A.; Torre, L. PLA nanocomposites reinforced
with cellulose nanocrystals from posidonia oceanica and ZnO nanoparticles for packaging application.
J. Renew. Mater. 2017, 5, 103–115. [CrossRef]

148. Yang, W.; Fortunati, E.; Dominici, F.; Giovanale, G.; Mazzaglia, A.; Balestra, G.M.; Kenny, J.M.; Puglia, D.
Effect of cellulose and lignin on disintegration, antimicrobial and antioxidant properties of PLA active films.
Int. J. Biol. Macromol. 2016, 89, 360–368. [CrossRef] [PubMed]

149. Yang, W.; Fortunati, E.; Gao, D.; Balestra, G.M.; Giovanale, G.; He, X.; Torre, L.; Kenny, J.M.; Puglia, D.
Valorization of Acid Isolated High Yield Lignin Nanoparticles as Innovative Antioxidant/Antimicrobial
Organic Materials. ACS Sustain. Chem. Eng. 2018, 6, 3502–3514. [CrossRef]

150. Dizhbite, T.; Telysheva, G.; Jurkjane, V.; Viesturs, U. Characterization of the radical scavenging activity of
lignins—Natural antioxidants. Bioresour. Technol. 2004, 95, 309–317. [CrossRef] [PubMed]

151. Yang, W.; Fortunati, E.; Dominici, F.; Giovanale, G.; Mazzaglia, A.; Balestra, G.M.; Kenny, J.M.; Puglia, D.
Synergic effect of cellulose and lignin nanostructures in PLA based systems for food antibacterial packaging.
Eur. Polym. J. 2016, 79, 1–12. [CrossRef]

152. Yang, W.; Owczarek, J.S.S.; Fortunati, E.; Kozanecki, M.; Mazzaglia, A.; Balestra, G.M.M.; Kenny, J.M.M.;
Torre, L.; Puglia, D. Antioxidant and antibacterial lignin nanoparticles in polyvinyl alcohol/chitosan films
for active packaging. Ind. Crops Prod. 2016, 94, 800–811. [CrossRef]

153. Yang, W.; Kenny, J.M.; Puglia, D. Structure and properties of biodegradable wheat gluten bionanocomposites
containing lignin nanoparticles. Ind. Crops Prod. 2015, 74, 348–356. [CrossRef]

154. Yang, W.; Dominici, F.; Fortunati, E.; Kenny, J.M.; Puglia, D. Effect of lignin nanoparticles and masterbatch
procedures on the final properties of glycidyl methacrylate-g-Poly(lactic acid) films before and after
accelerated UV weathering. Ind. Crops Prod. 2015, 77, 833–844. [CrossRef]

155. Okamoto, M. Polymer/Layered Silicate Nanocomposites; Rapra Review Reports, 14, 7, Report No. 163; Rapra
Technology: Shrewsbury, UK, 2003.

156. Kalfus, J. Viscoelasticity of glassy polymer nanocomposites. In Nano- and Micro-Mechanics of Polymer Blends
and Composites; Karger-Kocsis, J., Fakirov, S., Eds.; Hanser: Munich, Germany, 2009; Chapter 6.

© 2018 by the authors. Licensee MDPI, Basel, Switzerland. This article is an open access
article distributed under the terms and conditions of the Creative Commons Attribution
(CC BY) license (http://creativecommons.org/licenses/by/4.0/).

http://dx.doi.org/10.1002/app.35039
http://dx.doi.org/10.1016/j.carbpol.2011.09.066
http://dx.doi.org/10.1016/j.jfoodeng.2013.03.025
http://dx.doi.org/10.1016/j.carbpol.2016.04.120
http://www.ncbi.nlm.nih.gov/pubmed/27261760
http://dx.doi.org/10.1016/j.carbpol.2013.03.075
http://www.ncbi.nlm.nih.gov/pubmed/23911521
http://dx.doi.org/10.1016/j.indcrop.2016.07.047
http://dx.doi.org/10.7569/JRM.2016.634135
http://dx.doi.org/10.1016/j.ijbiomac.2016.04.068
http://www.ncbi.nlm.nih.gov/pubmed/27126170
http://dx.doi.org/10.1021/acssuschemeng.7b03782
http://dx.doi.org/10.1016/j.biortech.2004.02.024
http://www.ncbi.nlm.nih.gov/pubmed/15288274
http://dx.doi.org/10.1016/j.eurpolymj.2016.04.003
http://dx.doi.org/10.1016/j.indcrop.2016.09.061
http://dx.doi.org/10.1016/j.indcrop.2015.05.032
http://dx.doi.org/10.1016/j.indcrop.2015.09.057
http://creativecommons.org/
http://creativecommons.org/licenses/by/4.0/.

	Introduction 
	Materials 
	Biodegradable Polymers 
	Nanofillers 
	Silver Nanoparticles 
	Carbon Nanostructures 
	Nano-Hydroxyapatite 
	Cellulose Nanocrystals 
	Lignin 


	Methods 
	Solvent-Based Process 
	Melt Mixing 

	Biodegradation 
	Biomedical Applications 
	Stem Cells 
	Primary Cell Lines 
	Bacteria 
	Nanocomposite Interaction with Biological Entities 
	Binary Conductive Nanocomposites 
	Ternary Conductive Nanocomposite 
	Porous Nanocomposites 
	Composites and Nanocomposites Based on Organic Fillers 
	Nanocomposite Surface Properties 
	Antibacterial Nanocomposites 


	Packaging Applications 
	Conclusions and Outlook 
	References

