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Abstract: Enzymes have been exploited by humans for thousands of years in brewing and baking,
but it is only recently that biocatalysis has become a mainstream technology for synthesis. Today,
enzymes are used extensively in the manufacturing of pharmaceuticals, food, fine chemicals, flavors,
fragrances and other products. Enzyme immobilization technology has also developed in parallel as
a means of increasing enzyme performance and reducing process costs. The aim of this review is to
present and discuss some of the more recent promising technical developments in enzyme immobi-
lization, including the supports used, methods of fabrication, and their application in synthesis. The
review highlights new support technologies such as the use of well-established polysaccharides in
novel ways, the use of magnetic particles, DNA, renewable materials and hybrid organic–inorganic
supports. The review also addresses how immobilization is being integrated into developing bio-
catalytic technology, for example in flow biocatalysis, the use of 3D printing and multi-enzymatic
cascade reactions.
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1. Introduction

Despite the many millions of organic compounds already known, either of natural
origin or artificially prepared by humans, there is still a need to design and synthesize novel
molecules. They could represent hitherto completely unknown structural architectures and
functional features or be mere analogs of existing chemical entities carrying minor or major
modifications. The task of making compounds previously not known is, without a doubt,
driven by the curiosity to explore whether a specific molecule can be made. This is, however,
not the end of the story, as there will always be a desire to investigate the properties of the
products isolated, for example, whether they are pharmacologically active, can be used for
agricultural purposes or are of interest as new materials. It is against this backdrop that a
synthetic chemistry toolbox with enhanced capabilities is required to be able to successfully
tackle the many challenges on the way to new chemical structures. Enzymes, the catalysts
of nature, are such an enabling tool, which can offer unique possibilities when focusing on
the synthesis of target molecules.

Biocatalysis was once the domain of specialists working with limited in-house collec-
tions of enzymes and cultures. A revolution in molecular biology has enabled the rapid
development of much larger and more diverse enzyme collections and has also enabled
astonishing improvements in enzyme process performance to be realized. This has ele-
vated biocatalysis from assuming a niche position to be a mainstream technology widely
applied, relevant to a diverse range of chemical transformations [1–4]. In addition, enzyme
immobilization has been used to pave the way forward for further improvements.
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The primary motivation for enzyme immobilization has always been about increasing
enzyme performance. This might be realized by increased activity, stereoselectivity or
stability, with the enzyme in a suitable physical form that enables it to be recovered at the
end of biotransformation and reused. This translates to reduced cost of the final product
by reducing the cost contribution of the biocatalyst. A useful immobilized enzyme allows
for fewer fermentations to be performed or for easier product isolation or higher product
quality to be achieved in fewer processing steps.

Enzyme immobilization, as a specialism within the field of biocatalysis, is growing
in prominence, partly driven by the rapidly increasing acceptance and application of bio-
catalysis itself [5]. This is apparent across several sectors, for example in pharmaceuticals,
chemicals, biofuels, food, flavors, fragrances and cosmetics. The purpose of this short
review is not to reiterate the many approaches and examples of successfully immobilized
enzymes but rather to appraise the recent literature to highlight some of the latest thinking
and directions in the field of enzyme immobilization.

Enzyme immobilization has been reviewed recently by several authors, and these
provide a good starting point for evaluation of recent developments [6–9]. Broadly speak-
ing, two main themes can be identified. The first is the development of novel supports,
and this may include solid supports that have not hitherto been used for enzyme immo-
bilization or existing supports that have been applied in new ways. The second theme
concerns the integration of enzyme immobilization with rapidly moving state-of-the-art
biocatalytic technologies. This includes topics such as protein engineering, flow bio-
catalysis and multiple cascade reactions where sequential biotransformations emulate
biosynthetic pathways.

2. Discussion: Novel Support Technologies
2.1. Polysaccharides

The use of polysaccharides as supports for enzyme immobilization has been re-
viewed [7]. Various polysaccharides are widely available and suitably low cost and as a
result have been used for many years as supports. The most prominent materials are algi-
nates, chitosan, cellulose, agarose, guar gum, agar, carrageenan, gelatin, dextran, xanthan
and pectins. The types of sugars in these polymers and their bonding characteristics give
rise to a broad range of immobilization chemistries.

The use of a single polysaccharide support to immobilize multiple enzymes was
investigated [10]. In this study, sodium alginate and glutaraldehyde-activated chitosan
were used to assess their potential for immobilizing three enzymes at once, namely an
α-amylase, protease and pectinase, as highlighted in Figure 1. This is a useful example that
highlights the potential for developing new “super-biocatalysts”, where a single material
performs multiple biocatalytic functions. This might be, for example, to debitter, de-haze
and reduce protein levels of a liquid in a single operation. Alternatively, multiple enzymes
on a single support may be used to perform a sequence of reactions as discussed below.
We may anticipate further such examples in the future where several enzymes are loaded
onto a single support [11–21].

2.2. DNA

DNA is emerging as a promising substrate for enzyme immobilization. This form
of immobilization exploits DNA that forms nanostructures that will enable formation of
multiple different enzyme–DNA conjugates with a high level of spatial precision. Close
spatial proximity of enzymes allows phenomena such as substrate channeling to occur
where the product of an enzyme reaction is efficiently delivered to the active site of the next
enzyme in a sequence, a strategy that is widespread in nature, for example, in complex
natural product biosynthetic pathways. This approach with DNA is aimed at diagnostic
applications, and in a recent example a three-enzyme sequential cascade was realized by
site-specifically immobilizing DNA-conjugated amylase, maltase and glucokinase on a self-
assembled DNA origami triangle, forming a phosphorylated sugar from an oligosaccharide
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as shown in Figure 2 [22]. The kinetics of seven different enzyme configurations were
evaluated experimentally and compared to simulations of optimized activity. A 30-fold
increase in the pathway’s kinetic activity was observed for enzymes assembled to the DNA.
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Whilst this method for enzyme immobilization is in its infancy, it is likely that more
examples will be developed in the coming years with promise towards improving other
more elaborate multi-enzymatic cascades and could potentially allow for the custom
synthesis of complex (bio)molecules that cannot be realized with conventional organic
chemistry approaches.

2.3. Chitosan

Chitosan is a well-known support for enzyme immobilization, and its application
was recently reviewed [23,24]. This biopolymer, either derived from waste crustacean
shells or mushrooms and other fungi, shows unique physicochemical properties. It is an
attractive support due to its low-cost, large-scale availability, biodegradability, non-toxicity
and bio-adhesive properties. It entraps bioactive biomolecules such as protein and nucleic
acid through various mechanisms such as chemical cross-linking, ionic cross-linking and
ionic complexation.

Most applications utilize particulate forms of chitosan. Newer approaches, however,
include methods such as electrospinning, a powerful approach to obtain thin-layered
chitosan mats, with good mechanical stability. The advantages of such mats include a high
surface-to-volume ratio, ability to tailor high porosity and high mass transfer. Chitosan
mats were crosslinked with glutaraldehyde to form mechanically stable mats, which
were further functionalized with glucose oxidase [25]. The aim was to obtain fibrous
mats exhibiting antimicrobial properties by virtue of their ability to generate hydrogen
peroxide. Such mats that produce hydrogen peroxide in clinically relevant concentrations
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are of interest as a dressing material for wound-care applications. This technology that
features biocatalytic mats could be useful in a range of scenarios that require this type of
support format.

2.4. Renewables

Renewable materials such as agricultural and food wastes have several character-
istics that make them of potential interest in enzyme immobilization technology. Aside
from being widely available and low in cost, they may possess high porosity with high
surface area and the presence of different chemical groups (amino, hydroxyl, carboxyl,
thiol and phosphate groups). This endows them with the ability to participate in the
main enzyme immobilization approaches, including surface adsorption, ion exchange,
complexation−chelation and microprecipitation. Materials may be organic or inorganic.
Typical examples of the former that have come under scrutiny in this broad class of ma-
terials include coconut fiber, corn cobs, corn stover, rice husk and spent coffee grounds.
These are generally lignocellulosic with varying composition containing lignin, cellulose
and hemicellulose, imparting differing physical properties to each. Inorganic materials
include eggshells and ashes with carbon chars in between. The use of these materials has
recently been reviewed [26], and examples are described below. Applications are varied
and include biofuel production, chemical synthesis, waste treatment and food production.

Coconut fiber can be obtained from unripe coconut. It is available in high abundance
with a global annual production of about 350,000 metric tons. It is a material that is
underutilized, with 90% going to waste landfill. It has physical and chemical properties of
great potential in various applications and is seeing application in enzyme immobilization
including lipases [27], laccases [28] and amylase [29].

Rice husk ash was used as a support for the immobilization of a recombinant Rhizopus
oryzae (rROL) lipase for biodiesel production using alperujo oil as substrate feed [30]. The
support was compared to the commercial hydrophobic support OD403 (RelOD). Although
the specific activity was around one-half lower in rice husk compared to RelOD, the enzyme
was used as a biocatalyst in biodiesel reactions. It was shown that the normalized initial
rate is similar for both. However, it was noted that a more complex recovery of rice husk is
required compared with the commercial ones.

Chicken eggshell is an abundant, safe, cheap waste material available from the poultry
industry and has been used to immobilize β-galactosidase using crosslinking with glu-
taraldehyde [31]. The immobilized enzyme and free enzyme showed remarkable kinetic
similarity, and the immobilized enzyme is stable and can be reused several times, making
it a good catalyst to produce glucose from skim milk serum.

Lignocellulosic waste has been used to immobilize trypsin [32]. Corn cob powder
(CCP) was used in the immobilization as a low-cost support with the goal of obtaining
peptides with bioactive potential from cheese whey. The pre-treated support was activated
with glyoxyl groups, glutaraldehyde and IDA-glyoxyl. The immobilization resulted in the
retention of catalytic activity and resulted in a thermally stable enzyme at 65 ◦C, a value
that was 1090-fold higher than that obtained with the free enzyme.

Biochar is a carbonaceous solid and recalcitrant material derived from the pyrolysis of
waste biomass [33]. It has been engineered using various physical and chemical activation
methods to alter its structural and physicochemical properties. Due to its low cost, presence
of surface functional groups, porosity and moderate surface area, it has found use as a
support material for the immobilization of enzymes including lipase, laccase and pepsin
through adsorption and covalent attachment.

2.5. Metal–Organic Frameworks

Metal–organic frameworks (MOFs) are composed of metal ions or clusters linked by or-
ganic ligands and are highly crystalline porous materials having high surface area, tunable
ultra-high porosity, designable functionality and excellent thermal stability. Such a range
of properties has made these attractive targets as supports for enzyme immobilization [34].
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Extremely high surface area and tunable ultra-high porosity enable MOFs to achieve a very
high loading of enzymes compared with traditional porous materials. Furthermore, it is
feasible to tailor the pore aperture size and optimize it for a given enzyme. In doing so,
the compact structure of an MOF enzyme can tightly confine the conformational structure
of the encapsulated enzyme, leading to enzymes with extremely high stability. With such
designable functionality and high thermostability, MOFs show much potential in the field
of immobilized biocatalysis.

The technology for MOF enzyme production is still at a very early stage, and the
typical method of preparation is by simply mixing the enzymes, metal ions and organic
ligands under ambient conditions in bulk solution, for example, glucose oxidase, zinc
nitrate and 2-methylimidazole, as shown in Figure 3 [35]. This approach, whilst simple
and straightforward to perform, is easy to scale up but generally requires improvement.
For example, horseradish peroxidase, lipase and catalase embedded in zeolitic imidazolate
MOF frameworks such as ZIF-8 and ZIF-90 only displayed less than ~10% activity of
their free soluble counterparts. A marked increase in activity can be achieved by using
microfluidic methods. The use of a three-way mixing scheme inside a microfluidic laminar
flow system allows precisely controlled diffusive mixing conditions where one component
can be added to the system with precise timing. In a surprising discovery, in flow mode,
a gradient of concentration (of zinc nitrate and 2-methylimidazole) was generated that
caused structural defects in the resulting MOF–enzyme composite. This in turn yielded an
immobilized biocatalyst of much higher activity: instead of a typical 10% activity of the
recovered MOF–enzyme, it had equivalent activity to the soluble enzyme, representing
a significant step forward in this approach. The increased glucose oxidase activity was
rationalized through enhanced substrate accessibility.
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Whilst still embryonic, this approach for immobilizing enzymes holds much potential
not only for biocatalysis but also in biosensing and nanomedicine.

2.6. Controlled Pore Glass

Controlled pore glass has been widely reported as a support for enzyme immobiliza-
tion. EziG is a material based on controlled pore glass, which is coated with an organic
polymer and chelated with Fe(III) for well-established His-tag binding (via an oligomeric
his6-homopeptide) as shown in Figure 4 [36,37].
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Figure 4. EziG binding of enzyme via Fe(III) coated to an organic polymer coated on controlled pore glass.

Because of efficient mass transfer through interconnecting pores and selective and
non-destructive binding through His-tags, a high enzyme mass loading can be reached
without the loss of activity caused by a high degree of diffusion limitation and deactivation.
His-tag binding to Fe(III) was used rather than the commonly used Ni(II) or Co(II), as it
gives a stronger (albeit less specific) bond, resulting in less or no leaching [38]. The authors
show that Candida antarctica lipase B (CalB) can be efficiently expressed (6.2 g L−1) in
Escherichia coli by utilizing an N-terminal tag cassette and the XylS/Pm expression system
in a fed-batch bioreactor; subsequent direct binding to EziG from crude extracts resulted in
an immobilized catalyst with superior activity to Novozym 435.

2.7. Magnetic Nanoparticles

Magnetic nanoparticles (MNP) have gained prominence in recent years as versatile
carriers and supporting matrices for immobilization enzymes. Like MOFs described above,
they have exceptional properties such as large surface area, large surface-to-volume ratio
and high mass transfer capacity. More importantly, despite their nano-size (they may be
just 10–20 nm particles), they can be easily separated and recovered by applying an external
magnetic field. Several metals, oxides and alloys may be used as magnetic nanoparticles,
but the most common type is iron oxide (Fe3O4) due to its high biocompatibility, non-
toxicity and ease with which it may be used to bind enzymes.

A wide variety of enzymes including oxidoreductases, hydrolases and transferases
have been immobilized and insolubilized on the surface of functionalized MNPs to develop
stable catalytic systems with easy separation and ability to recycle repeatedly. This subject
was recently reviewed [39].

In the area of biocatalysis, examples of the application of magnetic nanoparticles
include lipases immobilized for the epoxidation of oleic acid [40]. Highly stable and easily
recyclable hybrid magnetic cross-linked lipase aggregates were prepared by co-aggregation
of lipase aggregates with nonfunctionalized magnetic nanoparticles and subsequent chemi-
cal cross-linking with glutaraldehyde. The magnetic cross-linked lipase particles exhibited
higher thermostability, storage stability and reusability than standard cross-linked enzyme
aggregates. High conversion yield for the epoxidation of oleic acid using H2O2 as the
oxidizing agent was achieved.

Another example relates to the use of nitrile hydratase for the production of nicoti-
namide from a nitrile [41]. A complex of silica, tannic acid and Fe3O4 particles was used as
the basis for immobilizing nitrile hydratase, cross-linking the enzyme with glutaraldehyde.
Its application for the hydrolysis of 3-cyanopyridine was demonstrated, giving significantly
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higher yields than for the use of the soluble non-immobilized enzyme. The recyclability of
the immobilized enzyme was also shown with a simple magnetic recovery.

In a third example, epoxy-functionalized magnetic nanoparticles were prepared and
used as a solid support for covalent immobilization and stabilization of benzoylformate
decarboxylase from Pseudomonas putida [42]. This enzyme performs a carbon–carbon bond
formation through a cross acyloin reaction of benzaldehyde with acetaldehyde to form
(S)-2-hydroxypropiophenone. Immobilization was accomplished by a two-step mechanism,
where firstly the enzyme was physically adsorbed onto the surface of the functionalized
magnetic particles, then secondly enzyme surface nucleophiles (such as lysine) reacted
with the epoxy groups. The covalently bound enzyme was characterized in terms of its
activity and stability for the formation of (S)-2-hydroxypropiophenone. The activity of the
immobilized enzyme was determined to be 53.0% related to the activity of the free enzyme.
The immobilized biocatalyst retained 95% of its original activity after five reaction cycles.

Carbon-coated metallic nanoparticles [43] were applied as useful supports for enzyme
immobilization of three enzymes including β-glucosidase, α-chymotrypsin, and lipase B.
They were used because of their large surface area, high magnetic saturation and manipu-
latable surface chemistry. The carbon-coated cobalt nanoparticles were chemically function-
alized using diazonium chemistry, activated for bioconjugation with N,N-disuccinimidyl
carbonate, and subsequently used in enzyme immobilization. The enzyme–particle conju-
gates formed retained their activity and stability after immobilization and were efficiently
recycled from mL to L scales in short recycle times. The reaction was performed at a15 L
scale and recycling was demonstrated, as shown in Figure 5.
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Whilst no large-scale commercial applications are obvious yet, as an immobilization
technology, the use of magnetic nanoparticles does show significant promise for compa-
nies with the technology base to manufacture and apply them. Certainly, aspirations for
large-scale use are evident, for example, in reports for biodiesel and bioethanol. Niche
applications in biocatalysis may emerge, for example, where heterogeneous mixtures of
insoluble biocatalyst and product (or residual substrate) occur and filtration or centrifuga-
tion fails to selectively remove the biocatalyst for recovery. A magnetic approach could be
a facile and selective way to recover an enzyme.

3. Integrating Immobilization into Developing Biocatalytic Technology

Biocatalytic technology is developing rapidly in numerous directions that go well
beyond the simple concept of a batch reactor biotransformation comprising an immobilized
enzyme and substrate. For example, four concepts are reported here to illustrate this, where
immobilized enzymes are finding application in innovative new ways.
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3.1. Flow Biocatalysis

The first is in flow biocatalysis, a subset of the rapidly expanding field of flow chem-
istry. The use of immobilized enzymes in a packed column where a substrate flows
through the biocatalyst is well established. Attention is now turning to the extension of
this concept into general chemical flow processes and continuous synthesis, including
microreactors, which may have multiple steps and where a spatial arrangement of multiple
enzymes may be desirable. The use of enzyme immobilization for flow biocatalysis has
been reviewed [44–46], and some examples follow.

Oxidative O2-dependent biotransformations find many valuable potential applications
for chemical synthesis, but their development to an efficiency required in fine chemicals
manufacturing has proven challenging due to inefficiencies in delivering required amounts
of oxygen. Thermodynamic and kinetic limitations of supplying O2 to the enzymatic
reaction combine to limit conversion efficiency. Continuous flow microreactor technol-
ogy provides one approach to solving this problem by expanding process conditions to a
medium-pressure range, enabling biotransformations to be conducted in a single liquid
phase at greatly elevated concentrations of dissolved O2. This was demonstrated for the
two enzymes glucose oxidase and D-amino acid oxidase for the conversion of glucose
to D-glucono-δ-lactone and D-methionine to the α-ketoacid, respectively [47]. These two
biotransformations were demonstrated with a packed-bed reactor containing oxidase and
catalase co-immobilized on porous beads to demonstrate catalyst recyclability and opera-
tional stability during continuous high-pressure conversion. Performance was impressive;
product concentrations of up to 80 mM were obtained at low residence times (1–4 min),
with up to 360 reactor cycles at constant product release and near-theoretical utilization of
the O2 supplied. The set-up is illustrated in Figure 6.
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controller; BPR = back pressure regulator).

As a second example, 2-O-(α-D-glucopyranosyl)-sn-glycerol is a natural osmolyte
produced industrially for application as an active cosmetic ingredient. The biocatalytic
process involves selective trans-glucosylation of glucose from sucrose to glycerol catalyzed
by sucrose phosphorylase. This enzyme was immobilized onto the walls of a microchannel
reactor where the walls were coated with aluminum oxide [48]. Continuous production of
the product was shown over 16 days, equivalent to 916 batch reactor cycles, using 0.87 M
sucrose and 2 M glycerol (86% conversion), demonstrating high volume efficiency and the
basis of a continuous process.

The same enzyme was utilized for sugar phosphorylation reactions, where sucrose
and inorganic phosphate yield α-D-glucose-1-phosphate [49]. Sucrose phosphorylase was
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immobilized on a microchannel surface and retained about 70% of soluble activity. High
residual activity could still be retained after 690 reactor cycles, where synthesis of α-D-
glucose-1-phosphate occurred with a productivity of ~14 mM min−1 at 50% substrate
conversion (50 mM).

Flow biocatalysis with immobilized enzymes shows much potential in effecting syn-
thetic transformations, and we may anticipate more examples and processes reaching
commercial reality in the near future.

3.2. 3D-Printed Biocatalytic Scaffolds

The application of 3D-printing with its potential to achieve rapid prototyping of
complex geometries is transforming the production of materials in industrial design,
construction, tissue engineering and other fields. A generalized process from 3D-printer to
immobilized enzyme is shown in Figure 7.
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A novel enzyme immobilization strategy utilizing 3D-printing technology was re-
ported where various types of scaffolds were first fabricated with a 3D-printed C-PLA
(carbon fibre reinforced polylactic acid) matrix [50]. After chemical modification with a
piranha solution, peracetic acid and a silane coupling agent, the resultant scaffolds achieved
a high specific surface area with large numbers of active groups on the surface. Upon subse-
quent treatment with different silane coupling agents, penicillin G acylase (PGA), protease,
glycosidase and lipase were successfully immobilized on the modified C-PLA scaffolds.
The performance of these enzymes was assessed and found to have high synthetic potential.
For example, the immobilized glycosidase was able to synthesize lactosucrose from sucrose
and lactose at 20% weight/volume of each substrate, achieving around 150 g/L product.
The system was successfully reused ten times with little loss of activity.

The synthesis of amoxicillin from 6-aminopenicillanic acid (6-APA) was also demon-
strated using penicillin acylase. As with the example above, the enzyme was recovered
and reused with little loss of activity.

We may anticipate further examples of enzyme immobilization on supports that have
been 3D-printed where the printed structure is used as a cartridge in an integrated reactor.
Alternatively, 3D printing may be used for developing microfluidic reactors where the
scaffolds are incorporated into the reactor channels.

3.3. Multi-Enzymatic Cascade Reactions

There are numerous examples of products where more than one enzyme is utilized
in its synthesis [51–61]. Whereas in the past such synthetic sequences may have been
performed in separate steps in a linear manner, the use of cascade reactions is becoming
more prevalent. In this approach several enzymatic steps are performed sequentially in
a single reaction, thereby mimicking a metabolic pathway. As an alternative to the use
of soluble enzymes, the use of immobilized enzymes in such artificial pathways is also a
developing area and was recently reviewed [62].

In multienzyme cascades, several enzymes can work together with high efficiency. In
such systems, each enzyme is assembled into a macromolecular structure that modulates
reactivity by compartment formation or spatial organization. These defined multi-enzyme
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structures have a major advantage of substrate channeling. The active sites of the enzymes
are close together, overcoming the diffusion limitations in the bulk solvent phase of the
reaction by transferring intermediates from one active site to another, maintaining high
local concentrations and therefore high enzyme activity.

Two main strategies have been followed where multiple enzymes are immobilized
together. The first involves random co-immobilization and is arguably the simplest system.
Generally, enzyme solutions are mixed with supports, and classical immobilization meth-
ods such as physical adsorption, covalent attachment or cross-linking are applied. It is
also possible with such systems to co-immobilize co-factors such as NADH, PLP and FAD,
which is of benefit to major biocatalyst classes such as keto reductases, ene reductases and
transaminases [63].

To illustrate random co-immobilization on an inorganic support, Wu et al. co-
immobilized glycerol dehydrogenase (GDH), 1,3-propanediol oxidoreductase (PDOR)
and glycerol dehydratase (GlyDH) on micro-flocculates of TiO2 nanoparticles, which were
prepared by adsorption−flocculation with polyacrylamide [64]. The general scheme is
shown in Figure 8.
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This system converts glycerol to 1,3-propanediol in a single step with recycling of the
nicotinamide co-factor. The stabilities of immobilized GDH against pH and temperature
were significantly higher than those of free GDH, and simultaneous NAD(H) regeneration
was feasible in the glycerol redox system, enabling the formation of 1,3-propanediol in
yields of up to 11.6 g/L (46%). The porous and easily separable micro-flocculates of TiO2
nanoparticles with immobilized multienzymes were as efficient in terms of catalytic activity
as the free enzymes.

An alternative approach to random co-immobilization is where the enzymes are im-
mobilized onto themselves rather than onto a support in the form of cross-linked enzyme
aggregates (combi-CLEAs) [65–75]. These can be prepared from crude enzyme extracts con-
taining multiple enzymes, where enzymes are aggregated first with ammonium sulphate (a
very rapid process) and then cross-linked by glutaraldehyde (a slower reaction) in a single-
step process. An elegant example of this approach was reporting for a wine-making applica-
tion with a combi-CLEA of α-L-arabino-furanosidase and β-D-gluco-pyranosidase [76]. To
release the aroma content of wine, which is locked up in non-volatile disaccharide-terpene
molecules, the α-L-arabino-furanosidase first releases a C5 sugar and then β-D-gluco-
pyranosidase hydrolyses the resulting glucoside-terpene to release the volatile terpineol
structures such as linalool, nerol and geraniol.

As discussed above, multienzyme immobilization via random co-immobilization may
be the simplest strategy for improving overall catalytic activity and stability. This is not
always possible if enzymes do not immobilize well in the required ratios or the functional
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groups on each enzyme do not all support the immobilization method. To overcome this
and to mimic natural enzyme organization, immobilization by compartmentalization has
been evaluated using various other approaches where enzymes are sequentially immo-
bilized in shell structures. This is a relatively specialized approach and technically more
demanding than combi-CLEAs or random co-immobilization on a single support.

3.4. Integrating Enzyme Immobilization and Protein Engineering

Until recently, enzyme immobilization and protein engineering have been treated
very much as separate subjects. Generally, immobilization achieves reusable biocatalysts
with improved operational stability and solvent resistance, whilst protein engineering
aims to generate enzymes with increased performance under specific conditions by means
of genetic manipulation, directed evolution and rational design. It has been proposed
that these two concepts are now integrated together in a unified approach of immobilized
biocatalyst engineering, where immobilization is addressed as an evolutionary pressure at
the stage of enzyme screening during the protein engineering phase [77–80]. Whilst robust
examples have yet to appear in the literature, we may anticipate such developments in the
nearer future.

4. Conclusions

A review of recent literature in the field of enzyme immobilization shows a continuing
and strong interest in this specialist area of biocatalysis. New types of supports and ways
to immobilize enzymes are evident, for example, exploiting the use of sustainable low-cost
waste as immobilization matrices. The integration of immobilization into newer areas
of biocatalysis is evident too. A phalanx of examples includes the use of immobilized
enzymes in flow chemistry, 3D-printed immobilized enzymes and immobilized multi-
enzyme systems that catalyze artificial synthetic pathways that mimic metabolic processes.

The primary motivation for enzyme immobilization is to reduce biocatalyst cost con-
tribution, and is expected to remain as the main driver, but as areas such as continuous
manufacturing increase in prominence, then so too will the interest in integrating im-
mobbbbilization technology into such processes increase. Enzyme catalysis is gaining great
traction as success breeds success across many segments in chemical processing. Increased
pressure on environmental control, cost reduction and higher quality requirements will see
a cornucopia of enzyme processes emerging from conception to industrial realization as
the technology of choice to meet these demands. Immobilization of these enzymes will
stay in focus and, eventually, become a prerequisite.

Author Contributions: Conceptualization, H.-J.F. and T.S.M.; methodology, T.S.M. and S.J.C.T.;
investigation, H.-J.F., T.S.M. and S.J.C.T.; writing—original draft preparation, H.-J.F., T.S.M. and
S.J.C.T.; writing—review and editing, H.-J.F. and T.S.M.; visualization, T.S.M. and S.J.C.T.; supervision,
H.-J.F.; project administration, H.-J.F. All authors have read and agreed to the published version of
the maniuscript.

Funding: This research received no external funding.

Institutional Review Board Statement: Not applicable.

Informed Consent Statement: Not applicable.

Conflicts of Interest: The authors declare no conflict of interest.

References
1. Mix, S.; Moody, T.S.; Taylor, S.J. Biocatalysis—How Secret Should It Be? Chemical Knowledge Hub. Available online: https:

//www.chemicalsknowledgehub.com/article/14595/ (accessed on 16 August 2020).
2. Mullin, R.; Moody, T.S. Ticking a new box in enzyme chemistry. Chem. Eng. News 2019, 97, 34–35.
3. Moody, T.; Mix, S. Managing and redesigning chemical processes with enzymes. Spec. Chem. Mag. 2019, 22–25. Available online:

https://www.specchemonline.com/ (accessed on 16 August 2020).
4. Wu, S.; Snajdrova, R.; Moore, J.C.; Baldenius, K.; Bornscheuer, U.T. Biocatalysis: Enzymatic Synthesis for Industrial Applications.

Angew. Chem. Int. Ed. 2021, 60, 88–119. [CrossRef] [PubMed]

https://www.chemicalsknowledgehub.com/article/14595/
https://www.chemicalsknowledgehub.com/article/14595/
https://www.specchemonline.com/
http://doi.org/10.1002/anie.202006648
http://www.ncbi.nlm.nih.gov/pubmed/32558088


Molecules 2021, 26, 2822 12 of 14

5. Federsel, H.-J.; Pesti, J.; Thompson, M.P. Immobilized Enzymes: Application in Organic Synthesis. In Catalyst Immobilization.
Methods and Applications; Benaglia, M., Puglisi, A., Eds.; Wiley-VCH: Weinheim, Germany, 2020; Chapter 13; pp. 437–463.
[CrossRef]

6. Salvi, H.M.; Yadav, G.D. Process intensification using immobilized enzymes for the development of white biotechnology. Catal.
Sci. Technol. 2021, 11, 1994–2020. [CrossRef]

7. Bilal, M.; Iqbal, H.M. Naturally-derived biopolymers: Potential platforms for enzyme immobilization. Int. J. Biol. Macromol. 2019,
130, 462–482. [CrossRef] [PubMed]

8. Reis, C.; Sousa, E.; Serpa, J.; Oliveira, R.; Santos, J. Design of immobilized enzyme biocatalysts: Drawbacks and opportunities.
Química Nova 2019, 42, 768–783. [CrossRef]

9. Rodriguez-Abetxuko, A.; Sánchez-Dealcázar, D.; Muñumer, P.; Beloqui, A. Tunable Polymeric Scaffolds for Enzyme Immobiliza-
tion. Front. Bioeng. Biotechnol. 2020, 8, 830. [CrossRef]

10. Kong, H.J. Designing alginate hydrogels to maintain viability of immobilized cells. Biomaterials 2003, 24, 4023–4029. [CrossRef]
11. Singh, R.; Kennedy, J. Immobilization of yeast inulinase on chitosan beads for the hydrolysis of inulin in a batch system. Int. J.

Biol. Macromol. 2017, 95, 87–93. [CrossRef] [PubMed]
12. Lv, M.; Ma, X.; Anderson, D.P.; Chang, P.R. Immobilization of urease onto cellulose spheres for the selective removal of urea.

Cellulose 2017, 25, 233–243. [CrossRef]
13. Nawaz, M.A.; Karim, A.; Bibi, Z.; Rehman, H.U.; Aman, A.; Hussain, D.; Ullah, M.; Qader, S.A.U. Maltase entrapment approach

as an efficient alternative to increase the stability and recycling efficiency of free enzyme within agarose matrix. J. Taiwan Inst.
Chem. Eng. 2016, 64, 31–38. [CrossRef]

14. Singh, V.; Singh, D. Glucose Oxidase Immobilization on Guar Gum–Gelatin Dual-Templated Silica Hybrid Xerogel. Ind. Eng.
Chem. Res. 2014, 53, 3854–3860. [CrossRef]

15. Prakash, O.; Jaiswal, N. Immobilization of a Thermostable α-Amylase on Agarose and Agar Matrices and its Application in
Starch Stain Removal. World Appl. Sci. J. 2011, 13, 572–577.

16. Kara, F.; Demirel, G.; Tümtürk, H. Immobilization of urease by using chitosan–alginate and poly(acrylamide-co-acrylic acid)/κ-
carrageenan supports. Bioprocess Biosyst. Eng. 2006, 29, 207–211. [CrossRef] [PubMed]

17. Bilal, M.; Asgher, M.; Iqbal, H.M.N.; Hu, H.; Zhang, X. Gelatin-Immobilized Manganese Peroxidase with Novel Catalytic
Characteristics and Its Industrial Exploitation for Fruit Juice Clarification Purposes. Catal. Lett. 2016, 146, 2221–2228. [CrossRef]

18. Rocha-Martin, J.; Acosta, A.; Berenguer, J.; Guisan, J.M.; Lopez-Gallego, F. Selective oxidation of glycerol to 1,3-dihydroxyacetone
by covalently immobilized glycerol dehydrogenases with higher stability and lower product inhibition. Bioresour. Technol. 2014,
170, 445–453. [CrossRef] [PubMed]

19. Yovcheva, T.; Vasileva, T.; Viraneva, A.; Cholev, D.; Bodurov, I.; Marudova, M.; Bivolarski, V.; Iliev, I. Effect of immobilization
conditions on the properties of β-galactosidase immobilized in xanthan/chitosan multilayers. J. Phys. Conf. Ser. 2017, 794, 12032.
[CrossRef]

20. Costas, L.; Bosio, V.E.; Pandey, A.; Castro, G.R. Effects of Organic Solvents on Immobilized Lipase in Pectin Microspheres. Appl.
Biochem. Biotechnol. 2008, 151, 578–586. [CrossRef]

21. Gür, S.D.; Idil, N.; Aksöz, N. Optimization of Enzyme Co-Immobilization with Sodium Alginate and Glutaraldehyde-Activated
Chitosan Beads. Appl. Biochem. Biotechnol. 2017, 184, 538–552. [CrossRef]

22. Klein, W.P.; Thomsen, R.P.; Turner, K.B.; Walper, S.A.; Vranish, J.; Kjems, J.; Ancona, M.G.; Medintz, I.L. Enhanced Catalysis from
Multienzyme Cascades Assembled on a DNA Origami Triangle. ACS Nano 2019, 13, 13677–13689. [CrossRef] [PubMed]

23. Verma, M.L.; Kumar, S.; Das, A.; Randhawa, J.S.; Chamundeeswari, M. Chitin and chitosan-based support materials for enzyme
immobilization and biotechnological applications. Environ. Chem. Lett. 2020, 18, 315–323. [CrossRef]

24. Verma, M.L.; Kumar, S.; Das, A.; Randhawa, J.S.; Chamundeeswari, M. Enzyme Immobilization on Chitin and Chitosan-Based
Supports for Biotechnological Applications. In Sustainable Agriculture Reviews 35, 1st ed.; Crini, G., Lichtfouse, E., Eds.; Springer:
Cham, Switzerland, 2019; pp. 147–173. [CrossRef]

25. Bösiger, P.; Tegl, G.; Richard, I.M.; Le Gat, L.; Huber, L.; Stagl, V.; Mensah, A.; Guebitz, G.M.; Rossi, R.M.; Fortunato, G. Enzyme
functionalized electrospun chitosan mats for antimicrobial treatment. Carbohydr. Polym. 2018, 181, 551–559. [CrossRef] [PubMed]

26. Girelli, A.M.; Astolfi, M.L.; Scuto, F.R. Agro-industrial wastes as potential carriers for enzyme immobilization: A review.
Chemosphere 2020, 244, 125368. [CrossRef] [PubMed]

27. Brígida, A.I.S.; Pinheiro, Á.D.T.; Ferreira, A.L.O.; Gonçalves, L.R.B. Immobilization of Candida antarctica Lipase B by Adsorption
to Green Coconut Fiber. Appl. Biochem. Biotechnol. 2008, 146, 173–187. [CrossRef] [PubMed]

28. Cristóvão, R.O.; Silvério, S.C.; Tavares, A.P.M.; Brígida, A.I.S.; Loureiro, J.M.; Boaventura, R.A.R.; Macedo, E.A.; Coelho, M.A.Z.
Green coconut fiber: A novel carrier for the immobilization of commercial laccase by covalent attachment for textile dyes
decolourization. World J. Microbiol. Biotechnol. 2012, 28, 2827–2838. [CrossRef] [PubMed]

29. Borgio, J.F. Immobilization of Microbial (Wild and Mutant Strains) Amylase on Coconut Fiber and Alginate Matrix for Enhanced
Activity. Am. J. Biochem. Mol. Biol. 2011, 1, 255–264. [CrossRef]

30. Bonet-Ragel, K.; López-Pou, L.; Tutusaus, G.; Benaiges, M.D.; Valero, F. Rice husk ash as a potential carrier for the immobilization
of lipases applied in the enzymatic production of biodiesel. Biocatal. Biotransform. 2018, 36, 151–158. [CrossRef]

31. Kessi, E.; Arias, J.L. Using Natural Waste Material as a Matrix for the Immobilization of Enzymes: Chicken Eggshell Membrane
Powder for β-Galactosidase Immobilization. Appl. Biochem. Biotechnol. 2018, 187, 101–115. [CrossRef]

http://doi.org/10.1002/9783527817290.ch13
http://doi.org/10.1039/D1CY00020A
http://doi.org/10.1016/j.ijbiomac.2019.02.152
http://www.ncbi.nlm.nih.gov/pubmed/30825566
http://doi.org/10.21577/0100-4042.20170381
http://doi.org/10.3389/fbioe.2020.00830
http://doi.org/10.1016/S0142-9612(03)00295-3
http://doi.org/10.1016/j.ijbiomac.2016.11.030
http://www.ncbi.nlm.nih.gov/pubmed/27845224
http://doi.org/10.1007/s10570-017-1592-3
http://doi.org/10.1016/j.jtice.2016.04.004
http://doi.org/10.1021/ie402341c
http://doi.org/10.1007/s00449-006-0073-0
http://www.ncbi.nlm.nih.gov/pubmed/16847656
http://doi.org/10.1007/s10562-016-1848-9
http://doi.org/10.1016/j.biortech.2014.07.116
http://www.ncbi.nlm.nih.gov/pubmed/25164336
http://doi.org/10.1088/1742-6596/794/1/012032
http://doi.org/10.1007/s12010-008-8233-0
http://doi.org/10.1007/s12010-017-2566-5
http://doi.org/10.1021/acsnano.9b05746
http://www.ncbi.nlm.nih.gov/pubmed/31751123
http://doi.org/10.1007/s10311-019-00942-5
http://doi.org/10.1007/978-3-030-16538-3_4
http://doi.org/10.1016/j.carbpol.2017.12.002
http://www.ncbi.nlm.nih.gov/pubmed/29254006
http://doi.org/10.1016/j.chemosphere.2019.125368
http://www.ncbi.nlm.nih.gov/pubmed/31790990
http://doi.org/10.1007/s12010-007-8072-4
http://www.ncbi.nlm.nih.gov/pubmed/18421597
http://doi.org/10.1007/s11274-012-1092-4
http://www.ncbi.nlm.nih.gov/pubmed/22806722
http://doi.org/10.3923/ajbmb.2011.255.264
http://doi.org/10.1080/10242422.2017.1308498
http://doi.org/10.1007/s12010-018-2805-4


Molecules 2021, 26, 2822 13 of 14

32. Bassan, J.C.; Bezerra, T.M.D.S.; Peixoto, G.; Da Cruz, C.Z.P.; Galán, J.P.M.; Vaz, A.B.D.S.; Garrido, S.S.; Filice, M.; Monti, R.
Immobilization of Trypsin in Lignocellulosic Waste Material to Produce Peptides with Bioactive Potential from Whey Protein.
Materials 2016, 9, 357. [CrossRef]

33. Pandey, D.; Daverey, A.; Arunachalam, K. Biochar: Production, properties and emerging role as a support for enzyme immobi-
lization. J. Clean. Prod. 2020, 255, 120267. [CrossRef]

34. Ye, N.; Kou, X.; Shen, J.; Huang, S.; Chen, G.; Ouyang, G. Metal-Organic Frameworks: A New Platform for Enzyme Immobilization.
ChemBioChem 2020, 21, 2585–2590. [CrossRef]

35. Hu, C.; Bai, Y.; Hou, M.; Wang, Y.; Wang, L.; Cao, X.; Chan, C.-W.; Sun, H.; Li, W.; Ge, J.; et al. Defect-induced activity enhancement
of enzyme-encapsulated metal-organic frameworks revealed in microfluidic gradient mixing synthesis. Sci. Adv. 2020, 6, eaax5785.
[CrossRef]

36. Cassimjee, K.E.; Kadow, M.; Wikmark, Y.; Humble, M.S.; Rothstein, M.L.; Rothstein, D.M.; Bäckvall, J.-E. A general protein
purification and immobilization method on controlled porosity glass: Biocatalytic applications. Chem. Commun. 2014, 50,
9134–9137. [CrossRef] [PubMed]

37. Engelmark Cassimjee, K.; Federsel, H.-J. EziG: A Universal Platform for Enzyme Immobilization. In Biocatalysis: An Industrial
Perspective; de Gonzalo, G., de Maria, P.D., Eds.; RSC Catalysis Series No. 29; The Royal Society of Chemistry: London, UK, 2018;
Chapter 13; pp. 345–362. [CrossRef]

38. Cassimjee, K.E.; Hendil-Forssell, P.; Volkov, A.; Krog, A.; Malmo, J.; Aune, T.E.V.; Knecht, W.; Miskelly, I.R.; Moody, T.S.; Humble,
M.S. Streamlined Preparation of Immobilized Candida antarctica Lipase B. ACS Omega 2017, 2, 8674–8677. [CrossRef] [PubMed]

39. Bilal, M.; Zhao, Y.; Rasheed, T.; Iqbal, H.M. Magnetic nanoparticles as versatile carriers for enzymes immobilization: A review.
Int. J. Biol. Macromol. 2018, 120, 2530–2544. [CrossRef]

40. Cui, J.; Cui, L.; Jia, S.; Su, Z.; Zhang, S. Hybrid Cross-Linked Lipase Aggregates with Magnetic Nanoparticles: A Robust and
Recyclable Biocatalysis for the Epoxidation of Oleic Acid. J. Agric. Food Chem. 2016, 64, 7179–7187. [CrossRef]

41. Gao, J.; Yu, H.; Zhou, L.; He, Y.; Ma, L.; Jiang, Y. Formation of cross-linked nitrile hydratase aggregates in the pores of tannic-
acid-templated magnetic mesoporous silica: Characterization and catalytic application. Biochem. Eng. J. 2017, 117, 92–101.
[CrossRef]

42. Tural, B.; Tarhan, T.; Tural, S. Covalent immobilization of benzoylformate decarboxylase from Pseudomonas putida on magnetic
epoxy support and its carboligation reactivity. J. Mol. Catal. B Enzym. 2014, 102, 188–194. [CrossRef]

43. Zlateski, V.; Fuhrer, R.; Koehler, F.M.; Wharry, S.; Zeltner, M.; Stark, W.J.; Moody, T.S.; Grass, R.N. Efficient Magnetic Recycling of
Covalently Attached Enzymes on Carbon-Coated Metallic Nanomagnets. Bioconj. Chem. 2014, 25, 677–684. [CrossRef]

44. Romero-Fernández, M.; Paradisi, F. Protein immobilization technology for flow biocatalysis. Curr. Opin. Chem. Biol. 2020, 55, 1–8.
[CrossRef] [PubMed]

45. Britton, J.; Majumdar, S.; Weiss, G.A. Continuous flow biocatalysis. Chem. Soc. Rev. 2018, 47, 5891–5918. [CrossRef]
46. Thompson, M.P.; Peñafiel, I.; Cosgrove, S.C.; Turner, N.J. Biocatalysis Using Immobilized Enzymes in Continuous Flow for the

Synthesis of Fine Chemicals. Org. Process Res. Dev. 2019, 23, 9–18. [CrossRef]
47. Bolivar, J.M.; Mannsberger, A.; Thomsen, M.S.; Tekautz, G.; Nidetzky, B. Process intensification for O2-dependent enzymatic

transformations in continuous single-phase pressurized flow. Biotechnol. Bioeng. 2019, 116, 503–514. [CrossRef] [PubMed]
48. Bolivar, J.M.; Luley-Goedl, C.; Leitner, E.; Sawangwan, T.; Nidetzky, B. Production of glucosyl glycerol by immobilized sucrose

phosphorylase: Options for enzyme fixation on a solid support and application in microscale flow format. J. Biotechnol. 2017, 257,
131–138. [CrossRef]

49. Valikhani, D.; Bolivar, J.M.; Pfeiffer, M.; Nidetzky, B. Multivalency Effects on the Immobilization of Sucrose Phosphorylase in
Flow Microchannels and Their Use in the Development of a High-Performance Biocatalytic Microreactor. ChemCatChem 2017, 9,
161–166. [CrossRef]

50. Ye, J.; Chu, T.; Chu, J.; Gao, B.; He, B. A Versatile Approach for Enzyme Immobilization Using Chemically Modified 3D-Printed
Scaffolds. ACS Sustain. Chem. Eng. 2019, 7, 18048–18054. [CrossRef]

51. Mayer, S.F.; Kroutil, W.; Faber, K. Enzyme-Initiated Domino (Cascade) Reactions. Chem. Soc. Rev. 2001, 30, 332–339. [CrossRef]
52. Schoffelen, S.; Van Hest, J.C.M. Multi-enzyme systems: Bringing enzymes together in vitro. Soft Matter 2011, 8, 1736–1746.

[CrossRef]
53. Ricca, E.; Brucher, B.; Schrittwieser, J.H. Multi-Enzymatic Cascade Reactions: Overview and Perspectives. Adv. Synth. Catal. 2011,

353, 2239–2262. [CrossRef]
54. Monti, D.; Ferrandi, E.E.; Zanellato, I.; Hua, L.; Polentini, F.; Carrea, G.; Riva, S. One-Pot Multienzymatic Synthesis of 12-

Ketoursodeoxycholic Acid: Subtle Cofactor Specificities Rule the Reaction Equilibria of Five Biocatalysts Working in a Row. Adv.
Synth. Catal. 2009, 351, 1303–1311. [CrossRef]

55. Lopez-Gallego, F.; Schmidt-Dannert, C. Multi-enzymatic synthesis. Curr. Opin. Chem. Biol. 2010, 14, 174–183. [CrossRef]
[PubMed]

56. Zhang, Y.; Hess, H. Toward Rational Design of High-efficiency Enzyme Cascades. ACS Catal. 2017, 7, 6018–6027. [CrossRef]
57. Bruggink, A.; Schoevaart, R.; Kieboom, T. Concepts of Nature in Organic Synthesis: Cascade Catalysis and Multistep Conversions

in Concert. Org. Process Res. Dev. 2003, 7, 622–640. [CrossRef]
58. Ji, Q.; Wang, B.; Tan, J.; Zhu, L.; Li, L. Immobilized multienzymatic systems for catalysis of cascade reactions. Process Biochem.

2016, 51, 1193–1203. [CrossRef]

http://doi.org/10.3390/ma9050357
http://doi.org/10.1016/j.jclepro.2020.120267
http://doi.org/10.1002/cbic.202000095
http://doi.org/10.1126/sciadv.aax5785
http://doi.org/10.1039/C4CC02605E
http://www.ncbi.nlm.nih.gov/pubmed/24989793
http://doi.org/10.1039/9781782629993-00345
http://doi.org/10.1021/acsomega.7b01510
http://www.ncbi.nlm.nih.gov/pubmed/30023589
http://doi.org/10.1016/j.ijbiomac.2018.09.025
http://doi.org/10.1021/acs.jafc.6b01939
http://doi.org/10.1016/j.bej.2016.10.005
http://doi.org/10.1016/j.molcatb.2014.02.016
http://doi.org/10.1021/bc400476y
http://doi.org/10.1016/j.cbpa.2019.11.008
http://www.ncbi.nlm.nih.gov/pubmed/31865258
http://doi.org/10.1039/C7CS00906B
http://doi.org/10.1021/acs.oprd.8b00305
http://doi.org/10.1002/bit.26886
http://www.ncbi.nlm.nih.gov/pubmed/30512199
http://doi.org/10.1016/j.jbiotec.2017.01.019
http://doi.org/10.1002/cctc.201601019
http://doi.org/10.1021/acssuschemeng.9b04980
http://doi.org/10.1039/b105493g
http://doi.org/10.1039/C1SM06452E
http://doi.org/10.1002/adsc.201100256
http://doi.org/10.1002/adsc.200800727
http://doi.org/10.1016/j.cbpa.2009.11.023
http://www.ncbi.nlm.nih.gov/pubmed/20036183
http://doi.org/10.1021/acscatal.7b01766
http://doi.org/10.1021/op0340311
http://doi.org/10.1016/j.procbio.2016.06.004


Molecules 2021, 26, 2822 14 of 14

59. Mateo, C.; Chmura, A.; Rustler, S.; Van Rantwijk, F.; Stolz, A.; Sheldon, R.A. Synthesis of enantiomerically pure (S)-mandelic
acid using an oxynitrilase–nitrilase bienzymatic cascade: A nitrilase surprisingly shows nitrile hydratase activity. Tetrahedron
Asymmetry 2006, 17, 320–323. [CrossRef]

60. Zhang, Y.; Wang, Q.; Hess, H. Increasing Enzyme Cascade Throughput by pH-Engineering the Microenvironment of Individual
Enzymes. ACS Catal. 2017, 7, 2047–2051. [CrossRef]
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