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Enzyme biocatalysis is reshaping pharmaceutical synthesis, offering sustainable and efficient pathways
for drug discovery and production. This paradigm shift towards eco-friendly methodologies addresses
concerns inherent in traditional chemical synthesis. Enzymes, celebrated for their precision and
adaptability to mild conditions, are poised as ideal candidates for pharmaceutical applications. Their
versatility facilitates the synthesis of diverse pharmaceutical compounds, ensuring precise drug design
and minimizing environmental impact. The integration of multidisciplinary approaches, including protein
engineering, computational biology, and nanoarchitectonics, holds the potential to propel enzyme
biocatalysis even further. Protein engineering utilizes directed evolution and rational design to customize
enzymes, enhancing their stability and efficacy. Computational biology aids in deciphering enzymatic

Received 2nd October 2023, mechanisms, while nanoarchitectonics introduces innovative enzyme integration strategies into
Accepted 27th October 2023 continuous flow systems. This comprehensive review explores how these multidisciplinary approaches
DOI: 10.1039/d3ey00239j can revolutionize pharmaceutical research and production. The synergy among these disciplines

promises to expedite pharmaceutical processes, promote sustainability, optimize efficiency, and elevate
rsc.li/eescatalysis precision—aligning perfectly with the evolving requirements of the pharmaceutical industry.

Broader context

Enzyme biocatalysis is propelling a significant revolution in pharmaceutical synthesis, offering eco-friendly and highly efficient pathways for drug discovery and
production. This departure from traditional chemical methods not only aligns with sustainability goals but also reflects a broader global trend towards greener
practices. Enzymes, renowned for their precision and adaptability under mild conditions, are poised to play a pivotal role in shaping the pharmaceutical industry’s
future. Their inherent versatility allows for the precise synthesis of a wide spectrum of pharmaceutical compounds, simultaneously reducing the environmental
impact—a critical consideration in contemporary research and development. In this evolving landscape, multidisciplinary approaches, reminiscent of recent
catalyst development strategies, hold the key to unlocking the full potential of enzyme biocatalysis. These approaches encompass protein engineering,
computational biology, and nanoarchitectonics, which collectively contribute to enhancing enzyme stability, deciphering complex enzymatic processes, and
introducing innovative integration methods within continuous flow systems. This comprehensive review not only underscores the remarkable impact of
multidisciplinary approaches but also highlights their potential to streamline pharmaceutical processes, promote sustainability, optimize efficiency, and elevate
precision—a paradigm shift aligned with the evolving demands of the pharmaceutical industry and broader environmental objectives.
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1. Introduction

Enzyme biocatalysis, encompassing the utilization of microor-
ganisms or enzyme preparations to catalyze chemical transfor-
mations, has arisen as a pivotal force in the field of
pharmaceutical synthesis, providing a sustainable and efficient
pathway for drug discovery and production.'™ In an era char-
acterized by unprecedented demands for speed, sustainability,
cost-efficiency, and precision in drug development, the phar-
maceutical industry is undergoing a profound shift catalyzed by
the rise of enzyme biocatalysis.®” This paradigm shift toward
environmentally friendly and more precise methodologies
addresses both environmental concerns and efficacy issues asso-
ciated with conventional chemical synthesis approaches.®>® His-
torically, the pharmaceutical industry heavily relied on chemical
synthesis methods to produce therapeutic compounds.'® While
these approaches undeniably accelerated drug development
and production, they also introduced inherent challenges.
For example, the employment of hazardous reagents, significant
energy consumption, and the generation of substantial
waste posed significant environmental and economic concerns."!
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The call for more sustainable alternatives has grown louder in
recent years, and in response, enzyme biocatalysis has emerged as a
compelling solution.

Enzymes, often referred to as the catalysts of life, have
evolved over millions of years to orchestrate precise chemical
transformations within living organisms.'” Their intrinsic
specificity, combined with compatibility with mild reaction
conditions, positions enzymes as ideal candidates for pharma-
ceutical applications.>'* Harnessing enzymes in drug develop-
ment and synthesis not only enhances the selectivity of
reactions but also aligns pharmaceutical processes with the
principles of green chemistry, mitigating their environmental
footprint."® Enzyme biocatalysis in pharmaceuticals is no
longer confined to the realm of theoretical promise, it has
evolved into a practical, advantageous reality with discernible
benefits. Globally, researchers have harnessed enzymes’ catalytic
potency to execute a diverse range of transformations, encom-
passing small-molecule drug synthesis and the production of
intricate biological therapeutics."* For example, enzymes such as
lipases and hydrolases have played a fundamental role in
optimizing the synthesis of enantiopure chiral intermediates-—-a
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formidable challenge frequently confronted in the pharmaceu-
tical chemistry.’® This progress underscores the central role of
enzyme biocatalysis in modern pharmaceutical research and
manufacturing.

Indeed, enzyme biocatalysis in pharmaceuticals has offered
a multitude of advantages that have an impact on various facets
of drug development and production. Firstly, enzymes have
played a crucial role in the assembly of complex peptide and
oligonucleotide therapeutics, elevating the precision of drug
design.'®™"® By selectively and efficiently catalyzing specific
chemical reactions, enzymes enable pharmaceutical scientists
to fine-tune the molecular structures of drugs, optimizing their
efficacy and safety profiles. This newfound precision in drug
synthesis carries profound implications, extending beyond the
creation of novel therapeutic agents to encompass the optimi-
zation of existing medications.”® The ability to finely mani-
pulate molecular structures through enzymatic catalysis not
only facilitates the design of innovative drugs but also opens
avenues for enhancing the efficacy, safety, and targeted delivery
of established pharmaceuticals.*

Additionally, one of the outstanding features that distin-
guishes enzyme biocatalysis in pharmaceuticals is its inherent
compatibility with aqueous environments and mild operational
conditions.”'*?*?3 Unlike conventional chemical catalysts,
enzymes thrive in water-based solutions and typically function
at relatively low temperatures. These favorable conditions not
only diminish the energy requirements of pharmaceutical
processes but also elevate safety standards by minimizing
potential hazards linked to high-temperature reactions and
the use of hazardous reagents.”** Furthermore, enzymes fre-
quently showcase an exceptional level of substrate versatility,
demonstrating the capacity to accommodate a wide range of
substrates.>>*>° This adaptability paves the way for innovative
approaches in synthesizing a wide spectrum of pharmaceutical
compounds. Such versatility has notable importance for
addressing the dynamic requirements of the pharmaceutical
sector, characterized by a continual demand for complex and
highly targeted drug molecules.

The evolutionary journey of enzyme biocatalysis from a
promising concept to an indispensable tool in pharmaceutical
research and production can further be driven by multidisci-
plinary approaches. This convergence of disciplines encom-
passes three central pillars: protein engineering, computational
biology, and nanoarchitectonics. Protein engineering, through
directed evolution and rational design, has empowered
researchers to tailor enzymes for specific reactions and enhance
their stability, paving the way to novel applications in pharma-
ceutical synthesis.'>*****” Computational biology has augmented
our understanding of enzymatic mechanisms and facilitated the
rational design of enzymes with enhanced catalytic activity.>® >
Additionally, computational tools have streamlined the prediction
of enzyme-substrate interactions, expediting the development
and optimization of enzymatic processes.**?* Meanwhile,
nanoarchitectonics has introduced innovative strategies for
enzyme immobilization and encapsulation within custom-
designed nanomaterials.*>” These advances not only enhance

16 | EES Catal, 2024, 2,14-48
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Fig. 1 Outline of the multidisciplinary approaches to advanced enzyme
biocatalysis for pharmaceutical applications.

enzyme stability and reusability but also enable their seamless
integration into continuous flow processes, a crucial require-
ment for large-scale pharmaceutical production.

This review paper presents a comprehensive examination of
enzyme biocatalysis within the realm of pharmaceutical appli-
cations, with a primary focus on introducing multidisciplinary
approaches to advance the field of enzyme biocatalysis (Fig. 1).
We begin by providing a concise overview of the background and
advantages of utilizing enzyme biocatalysis in pharmaceutical
contexts. Following this, we introduce the key factors enabling
the development of advanced enzymes for pharmaceutical appli-
cations. Within the context of multidisciplinary approaches, we
extensively explore the significant contributions made by disci-
plines such as protein engineering, computational biology, and
nanoarchitectonics in advancing the field of enzyme biocatalysis.
Additionally, we address the persistent challenges that remain
and offer insights into the prospects for these multidisciplinary
strategies. As we explore this transformative landscape, it becomes
evident that the synergy among these multidisciplinary facets
holds great potential to have a significant impact on the evolution
of pharmaceutical research and production. This potential con-
tribution revolves around the core principles of speed, sustain-
ability, efficiency, and precision, which are increasingly important
in today’s pharmaceutical landscape.

2. Enzyme biocatalysis as a potential
solution for pharmaceutical
applications

2.1 Definition of enzyme biocatalysis

Enzyme biocatalysis, situated at the crossroads of biology and
chemistry, represents a cutting-edge discipline with the power
to reshape how we approach chemical reactions and synthesis
processes.'>?® At its core, this transformative field harnesses
the remarkable catalytic properties of enzymes—biological
macromolecules finely honed by evolution over millions of
years to function as molecular machinery within living
organisms.®'” These enzymes exhibit an exceptional blend of

© 2024 The Author(s). Published by the Royal Society of Chemistry
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specificity and efficiency, unrivalled in their capacity to orches-
trate complex chemical transformations.

Enzyme biocatalysis, in essence, can be defined as the
application of enzymes as catalysts to drive and accelerate
chemical reactions." These biological catalysts possess the
unique ability to enhance the speed and precision of chemical
transformations under mild conditions, making them invalu-
able tools in various scientific and industrial applications.**?
Central to the concept of enzyme biocatalysis is the idea of
catalysis itself. In chemical reactions, catalysts are substances
that facilitate the conversion of reactants into products without
undergoing any permanent change themselves.* Enzymes excel
in this role, lowering the activation energy required for reactions
and thus effectively expediting chemical transformations. Their
catalytic action is highly specific, with each enzyme tailored to
interact with a particular substrate or class of molecules, ensur-
ing precision in the reactions that they catalyze.>*°

Furthermore, enzyme biocatalysis offers a sustainable and
environmentally friendly approach to chemical processes.”’
Enzymes typically operate in aqueous environments and under
relatively mild temperatures and pH conditions, which reduces
energy consumption and minimizes the production of hazardous
byproducts.”® These characteristics align with the principles of
green chemistry, making enzyme biocatalysis an attractive choice
for industries seeking eco-conscious and economically viable
solutions.**? Ultimately, enzyme biocatalysis represents a con-
vergence of nature’s biochemical marvels with human ingenuity,
opening doors to a wide range of applications across fields
as diverse as pharmaceuticals, biotechnology, food production,
and more. It holds the potential to transform the way we approach
chemical synthesis and catalysis, offering a greener, more
efficient, and more precise alternative to traditional chemical
methods.

2.2 Beneficial properties of enzyme biocatalysis in
pharmaceutical applications

Enzyme biocatalysis has emerged as a game-changer in the
realm of pharmaceuticals, offering a plethora of highly advan-
tageous properties that are transforming the drug development
and manufacturing landscape. Within this section, we will
explore several key advantageous properties that define the
potential of enzyme biocatalysis, with a specific focus on its
applications in the pharmaceutical sector. These properties
encapsulate the versatility and sustainability that make enzyme
biocatalysis an indispensable tool in modern pharmaceutical
research and production.

2.2.1 Precise and selective. Enzymes, often referred to as
nature’s molecular machines, exert an unmatched degree of
precision and selectivity when catalyzing chemical reactions.*?
This excellent specificity ensures that enzymes interact exclu-
sively with their target substrates, minimizing the formation of
unwanted byproducts. In the pharmaceutical industry, where the
synthesis of complex and highly specific therapeutic molecules
is critical, this precision is invaluable. Enzyme biocatalysis
empowers researchers to fine-tune the synthesis of drugs and

© 2024 The Author(s). Published by the Royal Society of Chemistry
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therapeutic compounds, significantly enhancing their purity
and efficacy.

2.2.2 Sustainable and compatible with mild conditions.
Enzyme biocatalysis seamlessly aligns with the principles
and metrics of green chemistry and sustainable development,
solidifying its status as a robust and environmentally respon-
sible technology.** Operating under mild reaction conditions,
typically at moderate temperatures and in aqueous environ-
ments, enzymes significantly reduce energy consumption
and curtail the generation of hazardous waste, establishing
themselves as a sustainable choice for pharmaceutical produc-
tion. As the global focus on environmental responsibility
intensifies, enzyme biocatalysis has emerged as a pivotal strat-
egy for shrinking the carbon footprint of the pharmaceutical
industry. In addition, the mild reaction conditions preserve the
structural integrity of delicate biomolecules and prevent
chemical degradation, guaranteeing the production of high-
quality pharmaceuticals.*® This capability to function under
such conditions facilitates the synthesis of intricate peptides,
oligonucleotides, and biologics with minimal risk of denatura-
tion or deterioration.

2.2.3 Fast and cost-effective. Enzyme biocatalysis offers
unique advantages in pharmaceutical applications, particularly
in terms of speed and cost-effectiveness.>* Compared to tradi-
tional chemical catalysts, enzymes demonstrate exceptional
efficiency and rapid catalytic activity while consuming less
energy. Their capacity to catalyze reactions at lower tempera-
tures not only conserves energy but also enhances safety by
minimizing the risk of high-temperature reactions. This rapid
and energy-efficient characteristic translates into substantial
cost savings in pharmaceutical manufacturing, reinforcing the
economic viability of enzyme biocatalysis.

2.2.4 Robust and biocompatible. Enzymes often exhibit
broad substrate tolerance, enabling them to work with a wide
range of molecules."® This versatility is particularly valuable in
pharmaceutical applications, where the synthesis of diverse
compounds is common. Enzymes can be adapted and tailored
to accept various substrates, making them versatile tools for
the production of a wide array of pharmaceuticals, ranging
from small-molecule drugs to complex biologics. Furthermore,
enzymes are inherently biocompatible, making them ideal for
applications involving biologics and biomolecules.** Their
compatibility with living organisms and biomimetic reactions
is pivotal in drug delivery systems, bioconjugation processes,
and the synthesis of biopharmaceuticals.”® Enzyme-based
approaches can facilitate the conjugation of therapeutic agents
with targeting ligands, enabling precise drug delivery to specific
cells or tissues.

2.2.5 Stereochemical control. Enzymes offer exquisite con-
trol over the stereochemistry of reactions, a critical factor in
pharmaceutical chemistry.®** Their application in biocatalysis
enables the synthesis of enantiomerically pure compounds,
meeting the exacting demands for chiral purity in drug devel-
opment. This proficiency simplifies subsequent purification
procedures and elevates the overall efficacy of pharmaceutical
compounds, streamlining the drug development process.

EES Catal., 2024, 2,14-48 | 17
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Fig. 2 Enzyme biocatalysis as a potential solution for pharmaceutical applications.

2.2.6 Productive and available. Enzyme biocatalysis often
leads to streamlined and more efficient processes. Enzymes
can catalyze complex reactions in a single step, reducing
the number of reaction stages and minimizing the need for
additional reagents. This efficiency translates to shorter production
times and reduced costs, making enzyme biocatalysis an eco-
nomically viable choice for pharmaceutical manufacturing.*®
Moreover, the specificity of enzymes ensures the production of
high-purity pharmaceutical compounds. Contaminants and
impurities are minimized, reducing the need for extensive
purification steps. The resulting purity enhances the safety
and efficacy of pharmaceutical products while simplifying
quality control processes.

In conclusion, enzyme biocatalysis in pharmaceuticals embo-
dies a host of advantageous properties that have positioned it at
the forefront of drug discovery and production (Fig. 2). The plot
(top right) highlights the most desirable characteristics of
enzyme biocatalysis. In harsh industrial settings, attributes
such as robustness and tolerance to mutations, which enhance
stability, often become imperative. Conversely, whether operat-
ing under mild or more challenging conditions, the pharmaceu-
tical industry consistently seeks biocatalyst properties that offer
flexibility and efficiency.'” These advantageous attributes can be
synergistically harnessed to yield high-value pharmaceutical
compounds, even in the most taxing industrial scenarios, while

18 | EES Catal, 2024, 2,14-48

concurrently achieving commendable economic and environ-
mental performance.

2.3 Main applications of enzyme biocatalysis in
pharmaceutical applications

Enzyme biocatalysis has become a significant factor behind
pharmaceutical advances, offering a diverse set of tools
and techniques that enhance speed, precision, efficiency, and
sustainability. As a result, it finds widespread utility in the
pharmaceutical industry, covering various applications, from
chiral synthesis to targeted drug delivery and cascade reactions
(Fig. 2). These applications leverage the exceptional catalytic
capabilities of enzymes, allowing pharmaceutical researchers to
address challenges, refine drug development processes, and
create innovative therapeutic solutions. In this section, we
explore the primary applications of enzyme biocatalysis in
pharmaceuticals, each representing a foundational step
towards greener, more effective, and more precisely tailored
pharmaceuticals.

2.3.1 Chiral synthesis. Enzyme biocatalysis has revolutio-
nized pharmaceutical chemistry, particularly in the field of
chiral synthesis.'®*”*® Chirality, or handedness, is a critical
aspect of many drugs, as different enantiomers (mirror-image
isomers) can exhibit distinct pharmacological effects, making
precise stereochemistry essential in drug development.*’

© 2024 The Author(s). Published by the Royal Society of Chemistry
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Enzymes such as lipases and hydrolases have emerged as
invaluable tools in this context. They catalyze asymmetric
reactions with remarkable selectivity, enabling the production
of enantiopure compounds.®® For example, lipase from Can-
dida antarctica is a valuable biocatalyst for kinetic resolution in
chiral synthesis due to its high enantioselectivity and ability to
selectively transform one enantiomer in a racemic mixture into
a pure, pharmaceutical-grade compound.®® This enzyme con-
tributes to the production of enantiomerically pure compounds
with high efficiency, thus enhancing the quality and efficacy of
pharmaceutical products. In addition, ketoreductases are
highly efficient biocatalysts for the asymmetric reduction in
chiral synthesis, leading to the production of chiral alcohols
with high selectivity and purity.”* Their role in the pharmaceu-
tical industry significantly contributes to the synthesis of key
intermediates and compounds required for drug development
and manufacturing.>”

This capability eliminates the need for cumbersome and
expensive separation methods, which are traditionally required
to isolate desired enantiomers from racemic mixtures.”® By
harnessing the power of enzyme biocatalysis, pharmaceutical
scientists can confidently synthesize single enantiomers, thus
ensuring both the safety and the efficacy of pharmaceutical
compounds. This transformative aspect of enzyme biocatalysis
has led to the development of safer and more effective chiral
pharmaceuticals, offering enhanced therapeutic outcomes.

2.3.2 Drug activation and modification. In the pharmaceu-
tical domain, enzyme biocatalysis assumes a crucial role in
drug activation and modification. Prodrugs, which are initially
inactive compounds that transform into their active forms
within the body, are extensively used to improve drug bioavail-
ability and mitigate side effects. Enzymes serve as the conduc-
tors of this precisely controlled activation, ensuring the
targeted delivery of drugs.”**> Moreover, enzymes exhibit
remarkable proficiency in the modification of existing drug
molecules.>® This capacity paves the way to the optimization of
drug pharmacokinetics, the enhancement of stability, and the
alteration of the drug’s mode of action.>” For example, glucur-
onosyltransferase contributes by conjugating drugs and xeno-
biotics with glucuronic acid, thereby increasing their water
solubility, facilitating elimination, and ensuring the safety
and efficacy of pharmaceutical products. Additionally, it plays
a critical role in the body’s defense against toxic substances.>®
In addition, sulfotransferases contribute to sulfation for drug
metabolism and bioactivation by conjugating drugs and xeno-
biotics with sulfate groups, thereby modifying their chemical
structures and properties.’® These modifications can lead to
the activation of prodrugs, modulation of drug activity,
enhancement of water solubility, and detoxification, all of
which are essential for ensuring the safety and efficacy of
pharmaceutical products. Utilizing enzyme biocatalysis for
these modifications empowers pharmaceutical scientists to
precisely tailor drug properties, leading to the attainment of
desired therapeutic outcomes. This capacity equips the phar-
maceutical industry with a versatile toolkit to enhance drug
effectiveness while mitigating undesirable side effects.

© 2024 The Author(s). Published by the Royal Society of Chemistry
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2.3.3 Bioconjugation and targeted delivery. The precision
inherent in enzyme biocatalysis finds another valuable applica-
tion in bioconjugation and targeted drug delivery.*>**® Through
the incorporation of specific enzyme recognition sites into drug
molecules, researchers can craft prodrugs that selectively acti-
vate in particular tissues or cells, a strategy known as targeted
drug delivery. This approach minimizes off-target effects and
amplifies the therapeutic potential of drugs, which is particu-
larly beneficial in fields such as oncology, where precision is
paramount. Moreover, enzymes facilitate the conjugation of
therapeutic compounds with targeting ligands, antibodies, or
nanoparticles, a process termed bioconjugation.”" This biocon-
jugation capability enables the development of precision med-
icine strategies that enhance drug localization while reducing
systemic toxicity. For example, sortases play a crucial role in
pharmaceutical applications by enabling site-specific protein
labeling and bioconjugation. This technology is instrumental
in bioconjugation for targeted drug delivery, allowing the
attachment of various molecules to specific proteins, thereby
enhancing the specificity and efficacy of drug delivery
systems.®' Additionally, lipoic acid ligase and similar lipidation
enzymes are instrumental in pharmaceutical applications by
enabling protein modification for targeted drug delivery.
Through the covalent attachment of lipid moieties to proteins,
these enzymes enhance membrane association, enable precise
targeting, and improve the stability of drug delivery systems,
ultimately enhancing the effectiveness of pharmaceutical pro-
ducts in targeted drug delivery and bioconjugation.®”

By harnessing enzyme biocatalysis for bioconjugation, phar-
maceutical scientists can tailor drug delivery systems to suit the
unique requirements of diverse diseases and patient popula-
tions, thus advancing the field of personalized medicine.

2.3.4 Derivation and modification. Enzyme biocatalysis
extends its influence to the derivation and modification of
pharmaceutical compounds.®® In this capacity, enzymes can
be strategically employed to introduce or remove specific func-
tional groups from drug molecules, thereby facilitating the
synthesis of derivatives with modified pharmacological
properties.®® This capability has proved instrumental in the
optimization of drug candidates and the development of ana-
logs characterized by enhanced efficacy or reduced toxicity.
Furthermore, enzymes serve as indispensable assets in phar-
maceutical manufacturing processes, where they execute spe-
cific modifications crucial for ensuring the consistency and
purity of drug products. For example, glycosyltransferases
enable enzymatic glycosylation to synthesize glycosylated com-
pounds with a wide range of derivatization and modification
options. The resulting glycosylated products find utility in
drug development, biotechnology, and other pharmaceutical
endeavors, contributing to the enhanced efficacy, stability, and
targeted delivery of pharmaceutical products.®® Additionally,
halogenases allow for the selective halogenation of organic
molecules. This process contributes to derivatization and
modification by introducing halogen atoms into substrates,
thereby enhancing their chemical properties for use in drug
development.®®
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By harnessing enzyme biocatalysis in these manufacturing
procedures, pharmaceutical manufacturers can attain a heigh-
tened level of control over drug production, yielding pharma-
ceuticals that are more dependable, uniform, and ultimately
beneficial for patients.

2.3.5 Cascade and multienzyme reactions. A notable char-
acteristic of enzyme biocatalysis in pharmaceutical synthesis
lies in its adept utilization of cascade and multienzyme reac-
tions. In cascades, enzymes are meticulously organized in a
sequential fashion, where each enzyme adeptly catalyzes a
specific step in a complex reaction sequence.’”®”°® This
approach significantly streamlines the synthesis of intricate
pharmaceutical compounds, effectively reducing the number of
intermediates required and minimizing the need for extensive
purification steps. The cascade strategy proves particularly
advantageous when crafting complex molecules adorned with
multiple functional groups.®®’® Representative examples
include taxadiene synthase, taxadiene-5-o-hydroxylase, and
acetyltransferase for taxol biosynthesis cascade,”* amorpha-
diene synthase, CYP71AV1, and ALDH1 for artemisinin bio-
synthesis multienzyme system,”> ACVS, IPNS, and IAT for
penicillin G biosynthesis cascade,”” and HMG-CoA synthase,
HMG-CoA reductase, and mevalonate kinase for statin synth-
esis multienzyme network.”*

Concurrently, multienzyme systems, often featuring engi-
neered enzymes, unlock the potential for highly customized
and efficient reactions that would present formidable chal-
lenges or even impossibilities, using traditional chemical
methods.”>”® These intricate enzymatic networks bestow upon
pharmaceutical scientists an unprecedented level of control
and precision. Consequently, they elevate the versatility and
efficiency of drug synthesis, ultimately culminating in more
streamlined and cost-effective pharmaceutical production
processes.

In summary, enzyme biocatalysis in pharmaceutical appli-
cations encompasses a broad range of vital functions, extend-
ing from chiral synthesis to drug activation, bioconjugation,
derivation, and cascade reactions. These applications collec-
tively empower pharmaceutical scientists to craft safer, more
effective, and more precisely targeted therapies, all while
streamlining drug synthesis and production processes. Enzyme
biocatalysis remains a driving force in the evolution of the
pharmaceutical industry, propelling innovation and extending
the boundaries of drug discovery and development. For a
detailed overview of various enzyme biocatalysis applications,
please refer to Table 1.51,52,58,59,61,62,65,66,71—74,77—93

3. Key factors enabling enzyme
biocatalysis in pharmaceutical
applications

Enzyme biocatalysis has emerged as a vital facet of contempor-
ary organic synthesis, exerting substantial influence across

academic research and the chemical and pharmaceutical
industries. Originally, during the early 2000s, its primary
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application lay in the production of optically active
intermediates.”® The field of biocatalysis has undergone a
transformative evolution, however, expanding its domain to
encompass a diverse array of applications, with profound
implications for the synthesis of chiral compounds integral to
pharmaceuticals. This transformation has engendered the
imperative adoption of a cyclical and iterative approach, char-
acterized by three pivotal phases: design, build, and optimize
(Fig. 3).* These phases have become indispensable in harnes-
sing the immense potential of enzyme biocatalysis, enabling
pharmaceutical scientists to judiciously engineer enzymes,
fabricate novel biocatalysts, and systematically refine their
performance.” In this manner, they drive innovation and
enhance efficiency in both drug discovery and production.

Design: the process commences with a rigorous design
phase, marked by the pursuit of high efficacy, enantioselec-
tivity, and specificity in enzyme biocatalysis tailored for phar-
maceutical applications. It necessitates the meticulous
selection of target substrates and the systematic delineation
of requisite enzyme engineering strategies essential for achiev-
ing precise substrate binding.

Build: following the design phase, the spotlight shifts to the
efficient production of biocatalysts. The fabrication of biocata-
lysts for industrial pharmaceutical use demands productivity,
practicality, and cost-effectiveness. This pivotal phase serves as
the bridge between conceptual enzyme design and its tangible
application.

Optimize: once biocatalysts are assembled, they undergo
comprehensive testing to ascertain their capacity for effective
biocatalysis. The development of a rigorous examination sys-
tem assumes paramount importance in the progression of
pharmaceutical biocatalysis, ensuring reliability and efficiency
in the synthesis of pharmaceutical compounds.

In this section, we embark on a comprehensive exploration
of these three critical phases that underpin the success of
enzyme biocatalysis in pharmaceutical applications. By explor-
ing the intricacies of design, production, and optimization, we
aim to provide a thorough scientific elucidation of the dynamic
field of enzymatic biocatalysis and its seminal role in shaping
the future of pharmaceutical science.

3.1 Design: precision at the molecular level

Protein design in the context of enzymes involves creating or
modifying proteins to enhance their catalytic activity, substrate
specificity, stability, and other properties for various biocataly-
tic applications.”® A comprehensive understanding of protein
structure and function to engineer enzymes makes it possible
to improve their performance. Designing enzymes for high
efficacy, enantioselectivity, and specificity is the starting point
in developing enzyme biocatalysis for pharmaceutical
applications.”” Selecting a target substrate and uncovering
which enzyme engineering is required for specific substrate
binding are fundamental aspects of this process.

Rational design particularly involves making specific
changes to an enzyme’s amino acid sequence or structure
based on our understanding of its catalytic mechanism. Unlike

© 2024 The Author(s). Published by the Royal Society of Chemistry
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Fig. 3 Key factors enabling the development of an advanced enzyme for
pharmaceutical applications.

random or empirical methods, rational design relies on
scientific principles, computational tools, and biochemical
knowledge to make precise changes to a protein’s amino acid
sequence or structure, with the goal of improving or customizing
its properties. Because rational design starts with knowledge of
the protein’s three-dimensional structure, technology such as
X-ray crystallography, nuclear magnetic resonance (NMR) spectro-
scopy, or cryogenic electron microscopy (cryo-EM) is important for
understanding the structure of the desired enzyme and provides
insights into its active site, substrate-binding regions, and overall
conformation.

Rational design focuses on the enzyme’s active site, where
chemical reactions take place. Researchers can introduce muta-
tions or structural alterations to optimize the active site’s
geometry, electrostatics, or binding affinity towards substrates.
Additionally, by altering key residues in the active site,
researchers can make the enzyme preferentially recognize
different substrates. Rational design can also enhance protein
stability and solubility, making the enzyme more robust under
varying conditions, and create enzymes with high specificity for
a particular substrate or to improve selectivity.

Furthermore, computational molecular modeling of enzymes
is a valuable tool for gaining insights into enzyme structure and
function, elucidating reaction mechanisms, and facilitating
the design of novel enzymes or engineered enzymes for various
applications in pharmaceuticals. Computational tools and
molecular modeling techniques can predict how changes to
the protein’s structure, such as mutations or structural mod-
ifications, will impact its function. Among these tools, mole-
cular dynamics (MD) simulations and energy calculations
provide dynamic information on enzyme behavior, including
conformational changes, flexibility, and the simulation of
enzyme-substrate interactions in a realistic environment.

The integration of rational design principles and computa-
tional techniques has revolutionized the field of enzyme bioca-
talysis, enabling the precise engineering of enzymes for
pharmaceutical applications. In the subsequent sections of this
review, we will explore the crucial phases of building and
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optimizing these designed enzymes, culminating in their
impactful role in pharmaceutical synthesis.

3.2 Build: crafting custom biocatalysis

Following the meticulous design phase, the focus shifts to the
efficient production of biocatalysts—a phase that stands as a
critical bridge between conceptual enzyme design and its
tangible application. While some well-known enzymes such
as oxidoreductases, transferases, and lyases are readily avail-
able through chemical vendors, the development of designed
enzymes requires a more tailored approach.

To obtain a designed enzyme with a known amino acid
sequence, researchers typically turn to gene synthesis. This
process entails the creation of a synthetic gene encoding the
enzyme engineered through rational design and computational
molecular modeling to enhance its catalytic activity. Once the
synthetic gene is prepared, it undergoes cloning using techni-
ques such as the polymerase chain reaction (PCR) to amplify
the gene. The cloned gene is subsequently inserted into a
suitable host organism or expressed using cell-free protein
synthesis systems.

The choice of expression system depends on various factors,
including the nature of the enzyme and the intended applica-
tion. Common expression hosts encompass bacteria, yeast,
mammalian cells, or even cell-free systems. For living organ-
isms, optimizing cultivation conditions, such as temperature
and nutrient supply, becomes essential to ensure efficient
enzyme production.

Upon successful expression, the next crucial step involves
the harvesting and purification of the protein from the expres-
sion system. This purification process typically commences
with cell lysis to release the protein, followed by various
purification techniques such as chromatography or filtration.
Importantly, the purified protein undergoes rigorous character-
ization to ensure it aligns with the desired specifications.
Techniques such as mass spectrometry and gel electrophoresis
are important in verifying the protein’s identity and purity.

Moreover, if necessary, the production process can be
further optimized to achieve higher yields and can be scaled
up to generate larger quantities of the protein suitable for
pharmaceutical applications. The specific details of each step
may vary based on the protein, the chosen host organism, and
the intended application. Genetic engineering, through the
precise control and manipulation of genes, offers the versatility
needed to produce a wide range of proteins for diverse
purposes.

In essence, the efficient production of biocatalysts repre-
sents a pivotal phase that culminates in the transformation of
conceptual enzyme design into tangible solutions for pharma-
ceutical applications. It is at this juncture that the engineered
enzymes become the tools of choice for driving innovation and
efficiency in drug discovery and production.

3.3 Optimize: continuous refinement and enhancement

Optimizing the engineered enzyme is a systematic approach
that involves testing numerous enzyme variants and making

© 2024 The Author(s). Published by the Royal Society of Chemistry
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incremental improvements through high-throughput screening
(HTS) and iterative design-build cycles. The goal of optimiza-
tion can encompass various aspects, such as improved activity,
substrate specificity, and improved stability, depending on the
defined purpose of enzyme enhancement. To assess enzymatic
activity efficiently and accurately, a robust screening method
is crucial.

HTS, a good example, serves as a valuable tool in this regard,
enabling the rapid and systematic testing of a large library of
enzyme variants.”® HTS, a method widely utilized across
various scientific and industrial disciplines, including drug dis-
covery, materials science, and enzyme engineering, automates the
screening process for enhanced efficiency. HTS allows researchers
to identify enzyme variants with improved properties, whether
they are enhanced catalytic activity, altered substrate specificity, or
increased stability. This method accelerates the identification of
promising enzyme candidates from the vast pool of variants.
Analysis of HTS screening data further refines the selection
process, pinpointing the most promising enzyme variants. These
selected variants often become the foundation for the next gen-
eration of enzyme enhancements, where targeted mutations or
modifications are introduced to fine-tune their performance to
meet specific application requirements.

The design-build-optimize process will not reach its con-
clusion in just one iteration. With each successive cycle,
enzymes become increasingly customized, more efficient, and
more sustainable. In practice, the iterative process described
here need not rigidly adhere to a predetermined sequence and
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exhaustively cover all three phases. Researchers, particularly
those with potent design strategies, can have the flexibility to
focus their efforts primarily on the build and optimize phases,
persisting until the most favourable candidate is identified.
However, it is worth noting that there are instances where, prior
to advancing to the optimize phase, a reassessment of the
design phase may be warranted, especially when certain
enzymes have not been adequately constructed or produced.

This iterative design-build—-optimize methodology, as eluci-
dated, underscores the key role of precision, adaptability, and
optimization in the quest for innovative pharmaceuticals and
therapeutic solutions. It emphasizes the dynamic nature of the
biocatalyst development process, acknowledging that the
sequence of phases may vary based on the unique requirements
and challenges of each biocatalyst design.

4. Multidisciplinary approaches for
advanced enzyme biocatalysis

The necessity of introducing multidisciplinary approaches in the
realm of enzyme biocatalysis for pharmaceutical applications is
intimately tied to the field’s continuous quest for optimization
and advancement (Fig. 4). Enzyme biocatalysis, while already a
transformative force in drug development and manufacturing, is
far from reaching its full potential. To harness the full power of
enzyme biocatalysis and overcome the multifaceted challenges
presented by modern pharmaceutical demands, a more defined
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Fig. 4 Multidisciplinary approaches to advanced enzyme biocatalysis in the pharmaceutical industry. DE: directed evolution; RD: rational design.
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and advanced approach is required. Enzymes, as Nature’s molecular
machines, possess remarkable catalytic capabilities, yet there is
room for improvement.®*>'% To tailor enzymes for specific phar-
maceutical reactions, enhance their stability, and broaden their
substrate scope, protein engineering emerges as a pivotal multi-
disciplinary approach.”*?*?%'%11% Directed evolution, semi-rational
design, and rational design techniques offer sophisticated strategies
for fine-tuning enzymes. These advances are not only driven by
biology, but are heavily reliant on computational biology."**™* The
marriage of computational modeling and biological understanding
empowers researchers to predict, manipulate, and optimize enzyme
behavior at a molecular level. Furthermore, the integration of
nanoarchitectonics into enzyme biocatalysis brings novel strategies
for enzyme immobilization, encapsulation, and deployment within
custom-designed nanomaterials.>> *”"'° These innovations enhance
enzyme stability, reusability, and their seamless integration into
continuous flow processes—critical requirements for large-scale
pharmaceutical production.

It will be the convergence of multidisciplinary approaches:
protein engineering, computational biology, and nanoarchitec-
tonics that promises to unlock the full potential of enzyme
biocatalysis, making it an indispensable tool in pharmaceutical
research and production (Fig. 4). This synergy not only enhances
efficiency but also facilitates more sustainable and precise phar-
maceutical processes, solidifying the significance of enzyme
biocatalysis in shaping the future of the pharmaceutical industry.

4.1 Protein engineering for advanced enzyme biocatalysis

In recent decades, the field of protein engineering has witnessed
significant advances, driven by breakthroughs in molecular
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biology, crystallography, and computational methods.'™ These
innovations have equipped researchers with powerful tools to
enhance existing biocatalysts and tailor them for novel sub-
strates. Beginning with the emergence of molecular biology in
the late 1970s, the discipline of protein engineering has seen
remarkable growth."'> In the context of biotechnology and
industrial applications, the exploitation of enzymes as biocata-
lysts holds immense promise. Enzymes, with their exquisite
specificity and catalytic efficiency, are the biological marvels at
the heart of this endeavor. To unlock their full potential,
scientists have developed a repertoire of protein engineering
techniques, prominently including directed evolution, semi-
rational design, and rational design (Fig. 5).>® Directed evolution
emulates the forces of natural selection in the laboratory,
enabling the creation of enzyme variants with enhanced
traits through controlled mutation and selection processes.
Semi-rational design integrates empirical methods with struc-
tural insights, allowing researchers to strategically introduce
mutations to improve enzyme properties. Rational design
leverages a deep understanding of enzyme structure-activity
relationships, enabling precise modification for targeted appli-
cations. These methodologies have ushered in a new era, open-
ing exciting possibilities for tailoring enzymes with augmented
catalytic activity, stability, and substrate specificity. These prop-
erties are of paramount significance, serving as the bedrock for
advances in enzyme biocatalysis, underpinning achievements in
biotechnology, pharmaceuticals, and green chemistry.'*®

4.1.1 Directed evolution. Directed evolution is a robust
and widely adopted approach in the field of protein engineer-
ing, enabling the systematic improvement of enzymes.''*

Protein engineering for advanced enzyme biocatalysis
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Fig. 5 Protein engineering for advanced enzyme biocatalysis in pharmaceuticals. Reproduced with permission from ref. 95. Copyright 2023, Springer Nature.

24 | EES Catal, 2024, 2,14-48

© 2024 The Author(s). Published by the Royal Society of Chemistry


http://creativecommons.org/licenses/by-nc/3.0/
http://creativecommons.org/licenses/by-nc/3.0/
https://doi.org/10.1039/d3ey00239j

Open Access Article. Published on 28 Diteli 2023. Downloaded on 23/07/2025 3:25:22 PM.

Thisarticleislicensed under a Creative Commons Attribution-NonCommercial 3.0 Unported Licence.

(cc)

View Article Online

Review EES Catalysis
Example 1. Directed evolution
A D R
A 9 E. coli harboring COEt COAEt com CO,Et
N %ost P4t varants 5 _ A m 3\ /\> A /37/
\ N, M9-N buffer, z PH PHh CO,Et N\ N tex L tex
1-Methylindole 1~ Ethyl diazoacetate2 ~ PH 7.4, RT 2 \_EA_A \__Eoa A Diazo ester
Py
g, P411-CIS P411-HF variants
s .
T
o
—®
,l Evolutionary
HEME FMN FAD trajectory
1 471 650 1048
Directed evolution strategy:
« Random mutagenesis library screening of heme and reductase domains
o Site-saturation mutagenesis library screening of heme domain active site residues
& Sequence Space
o Screening with E. coli whole-cell catalysts under aerobic conditions Regions of catalytic promiscuity q p:
Cw Yield # TIN 3000 P: P411-CIS = ¢, Ozt -
+ la: P-Q674 <N> / ©f> COE ; \
50 + 2500 | P4T1-HF PAI1HE Pa11-HF =
Ib: P-V87T L181G 1263M V281L variants N varants variants 6 H 'COEt
3 T438C * 4l or —
3 40 ] b2000 W P-VTTL181G 1263M V281L CO,E Me coza COEt H
1 o 4 g  T4sscaers f “\/cozen i CO,E
2 g 1500 M PVBTT L181G N201S L215Q N, N'C; N,
b I 1263M V281L T438C Q674" 4 | e H
= IV: P-V87T L181G 1263M V281L
* P411-HF 185 TTN 74:26 C2:C: P411-HF 2TIN d. P411-HF (6a) 1880 TTN  95:5 dr 94%
20 Il 1000 T438C KA472T N573D F646S Q674° o M263Y o PATI-HF . -
I V: P-VB7T H92F L181G N201S L215Q S A T eiiiE M263Y 6a)  990TIN o73dr 6% ee
10 . 500 1263M V281L T438C K472T N573D M263T G181E A2T Y263E A328Y L4: 37»\ 775 TIN 49% o0 PATI-HE (8b) s "
F646S Q674"  "P411-HF" Pa11-HF - " A268G T327P C87. L ALL L C L
ole® 0 VI: P411-HF T327P A328S m2e3TTETW GtBtK 485 TTN e * Lineage includes an initial T87C mutation, w2 oL @y 100TTN 919 73%ee
P 1a?ib i il VeV Vi subsequently changed to C87A M263W G181L (6b)

Fig. 6 Representative example of directed evolution for advanced enzyme biocatalysis. Directed evolution of P411-CIS for 1-methylindole C3-
alkylation. (A) Screening reaction of P411 variants for higher indole alkylation activity. (B) Domain structure of P450-BM3. Individual domain structures
with approximate domain boundaries were used to construct the P450-BM3 protein structure. (C) Evolutionary trajectory from P411-CIS to P411-HF
T327P A328S. (D) Evolving P411-HF for selective (hetero)cycle functionalization reactions. Schematic representation of the relation between protein
sequence and catalytic function. A given enzyme sequence may exhibit additional promiscuous functions that can be optimized by directed evolution.
Reproduced with permission from ref. 116. Copyright 2019, American Chemical Society.

This multifaceted strategy entails iterative cycles of random
mutagenesis and stringent selection to engender enzyme
variants with enhanced characteristics."*> It offers scientists
the means to traverse vast sequence spaces, thereby affording
enzymes the capacity to function optimally under specified
conditions. Directed evolution, via the application of selective
pressures, can yield enzymes boasting augmented catalytic
activity, bolstered stability, and an expanded repertoire of
substrates.

In a notable example, Brandenberg et al. directed their
attention towards cytochrome P450 variants, particularly
P411-CIS, employing the formidable tools of directed evolution
to enhance the selective functionalization of cyclic compounds
(Fig. 6)."*® The outcome was nothing short of astonishing, as
the engineered enzyme variant exhibited remarkable prowess,
catalyzing the C3-alkylation of 1-methylindole with a remark-
able 14% yield and an astonishing turnover number (TTN) of
690. The intrigue deepened as the resulting alkylated product
showcased a pronounced red-shift in ultraviolet (UV) absor-
bance compared to its parent compound (Fig. 6A). P411-CIS, an
intricate 1048-residue protein, comprises a heme domain
encompassing the active site (residues 1-470) and a reductase
domain responsible for electron transport from nicotinamide
adenine dinucleotide phosphate (NADPH) to the heme domain.
This electron-shuttling mechanism is essential for the native
oxo-transfer chemistry of P450-BM3, with residues 471-1048
subdivided into flavin mononucleotide (FMN) and flavin ade-
nine dinucleotide (FAD) domains (Fig. 6B). Through an iterative

© 2024 The Author(s). Published by the Royal Society of Chemistry

sequence of directed evolution rounds, the research team
culminated in the emergence of P411-HF (where HF stands
for heterocycle functionalization; Fig. 6C). The quest continued
with three compelling ‘case studies’ on P411-HF, delving into
regioselective pyrrole alkylation, enantioselective indole alkyla-
tion employing an o-disubstituted carbene precursor, and the
complex domain of cyclopropanetrione involving cyclic alkenes
(Fig. 6D). As the research unfolded, it became evident that
P411-HF bore more than its designated function. It exhibited
additional ‘promiscuous’ activities, thus revealing a gateway to
further evolutionary adaptations. This versatility was harnessed in
the context of regioselective 1-methylpyrrole alkylation, enantio-
selective 1-methylindole alkylation with ethyl 2-diazopropanoate,
and stereoselective cyclic alkene cyclopropanation. The signifi-
cance of this study lies in its profound demonstration of precise
control over regioselectivity, enantioselectivity, and catalytic activ-
ity. The remarkable adaptability and tunability of P411-HF under-
score its potential as a catalyst in a diverse array of challenging
reactions.

4.1.2 Semi-rational design. Semi-rational design combines
empirical methods with a deeper understanding of the target
enzyme’s structure and function.’”” In this strategy, specific
amino acids are strategically mutated based on insights
obtained from structural data or a comprehensive knowledge
of enzyme mechanisms."'® This approach allows for the precise
modulation of substrate specificity, enantioselectivity, and
regioselectivity, making it an efficient strategy, especially when
prior knowledge of the enzyme is available.
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Example 2.Semi-rational design
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Fig. 7 Representative example of semi-rational design for advanced enzyme biocatalysis. (A) Crystal structures of wild-type NADPH and mutant F12-
NADPH with or without 2a. (B) Conformational population analyses. The two most important principal components (PC1 and PC2) that are based on Ca
contacts for the RasADH wild-type enzyme and the F12 variant were analyzed. In the conformational landscape represented, the most populated
conformations are colored in blue, whereas the least populated are in red. Reproduced with permission from ref. 119. Copyright 2019, Springer Nature.

In the work by Chen et al., the application of semi-rational
design to the Ralstonia sp. alcohol dehydrogenase (RasADH)
was aimed at overcoming challenges associated with the reduc-
tive desymmetrization of cyclic diketones by engineering an
enzyme, designated as F12, which exhibited exceptional effi-
ciency in catalyzing the reductive desymmetrization of 1a, as well
as other 2,2-disubstituted-1,3-cyclopentanediones (Fig. 7)."*° To
gain a comprehensive understanding of the molecular basis
underlying the remarkable enhancements in catalytic activity
and stereocontrol achieved through semi-rational design, the
researchers conducted a combination of crystal structural
studies and MD simulations. These investigations involved a
detailed comparison of the wild-type and mutant enzymes in the
presence of the co-factor NADPH and the substrate, (13R,17S)-
ethyl secol (2a). While an overall structural similarity was
observed in the presence of NADPH for both the wild-type and
mutant enzymes, subtle but significant differences were noted in
the conformation of the a6-helix of the mutant enzyme when
bound to 2a (Fig. 7A).

A meticulous analysis of these structural findings unveiled
critical interactions that take a lead in enhancing the enzyme’s
activity and stereocontrol. For example, amino acid S187 was
found to interact indirectly with (13R,17S)-2a, forming a crucial
hydrogen bond with the phosphate group of NADPH. While the
precise influence of the a6-helix and the factors responsible for
the improved activity and stereoselectivity remained elusive
solely through structural analyses, computational assessments
were undertaken to provide valuable insights. MD simulations
unveiled dynamic transitions of the a6-helix, with the enzyme
switching between open, partially closed, and closed conforma-
tions at the entrance of the active site (Fig. 7B). Notably, these

26 | EES Catal, 2024, 2,14-48

conformational changes, especially the transition to an open
state, were notably more pronounced in the F12 variant com-
pared to the wild type. The combination of structural insights
and computational analyses clarifies the intricate conforma-
tional dynamics that govern enzyme-substrate interactions and
catalytic outcomes, providing valuable guidance for future
enzyme engineering endeavors. This resulted in high yields of
the desired (13R,17S)-stereoisomer of ketol products, along
with favorable diastereomeric ratio values.

4.1.3 Rational design. Rational design, on the other hand,
leverages a comprehensive understanding of the enzyme’s
structure-activity relationships.'®® By pinpointing critical resi-
dues and their roles in catalysis, stability, and substrate binding,
rational design enables the deliberate engineering of enzymes
with tailored properties. This approach is particularly valuable
when atomic-level details of the enzyme’s structure are known.

In a study conducted by Son et al., rational design was employed
to enhance the thermal stability of IsPETase (Fig. 8)."*'
Key structural issues affecting thermal stability were identified,
including a disrupted central p-sheet caused by an abnormal 6
strand conformation and the flexibility of the 6-B7 connecting
loop in the enzyme (Fig. 8A). To address these challenges, the
researchers developed the IsPETaseP181A variant to restore
the disrupted B-sheet. Furthermore, the flexibility of the p6-f7
connecting loop in IsPETase was found to be critical for stability, as
revealed through a comparison with the more stable TfCUT2
enzyme (Fig. 8B). To improve loop stability, the IsPETaseS121D/
D186H variant was created by introducing a hydrogen bond.

The impact of these mutations on thermal stability was
assessed by comparing the melting temperatures (7;,) that
IsPETaseP181A and IsPETaseS121D/D186H exhibited T}, values

© 2024 The Author(s). Published by the Royal Society of Chemistry
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Fig. 8 Representative example of rational design for advanced enzyme biocatalysis. (A) Structural comparison of IsPETaseWT with IsPETaseP181A
variant: the central mixed B-sheets of IsSPETaseWT and IsPETaseP181A variant; stereoview of superimposed structures of IsSPETaseWT and IsPETaseP181A
variant. (B) The B6-B7 connecting loops of IsPETaseWT, TFCUT2, IsPETaseS121D/D186H, and IsPETaseS121E/D186H. (C) Thermal stability comparison of
IsSPETaseWT and variants. Reproduced with permission from ref. 121. Copyright 2019, American Chemical Society.

of 49.25 °C and 54.85 °C, respectively, representing increases of
0.5 °C and 6 °C compared to IsPETaseWT at 48.81 °C (Fig. 8C).
The IsPETaseP181A variant successfully restored the disrupted
B-sheet, while the IsPETaseS121D/D186H variant mitigated
flexibility in the p6-B7 connecting loop (Fig. 8B). Remarkably,
the IsPETaseS121E/D186H variant displayed an impressive Ty,
of 56.02 °C, surpassing IsPETaseWT by 7.21 °C (Fig. 8C).
Unexpectedly, enhanced thermal stability in this variant was
attributed to a water-mediated hydrogen bond between Glu121
and Asn172. IsPETaseS121D and IsPETaseS121E variants exhib-
ited slightly increased polyethylene terephthalate (PET) degra-
dation ability at 30 °C, however, but demonstrated lower T,
values and decreased activity at 40 °C.

In summary, rational design has proven to be a potent
approach for enhancing enzyme properties, as demonstrated
in the context of improving thermal stability. Structural
insights and targeted mutations guided the development of
variants with enhanced thermal resilience, albeit with some
trade-offs in activity at higher temperatures.

The combination of directed evolution, semi-rational
design, and rational design represents an impact shift in the
field of enzyme biocatalysis. These methodologies have
emerged as indispensable tools for the precise tailoring of
enzymes, conferring upon them exceptional properties that
are paramount for pushing the boundaries of biocatalysis.
Further exemplification of enzyme engineering can be found
in Table 2, where additional instances are provided.'** '
Enhanced catalytic activity accelerates reactions, stability
ensures that enzymes can endure challenging environments,

© 2024 The Author(s). Published by the Royal Society of Chemistry

and refined substrate specificity opens doors to a plethora of
novel applications. However, these methods still have several
limitations, for example, directed evolution can be time-
consuming and resource-intensive and may not always yield
enzymes with the desired properties. The accuracy of semi-
rational design heavily depends on the available structural
data and the quality of computational algorithms. Rational
design requires in-depth knowledge of protein structure and
biochemistry, which may not be available for all enzymes. While
these methods have undeniably pushed the boundaries of
enzyme biocatalysis, their full potential is yet to be realized.
Continued research to address their limitations will be crucial in
maximizing the practical benefits of directed evolution, semi-
rational design, and rational design in enzyme engineering.

4.2 Computational biology for advanced enzyme biocatalysis

Within the domain of advanced enzyme biocatalysis, computa-
tional biology emerges as a significant discipline, catalyzing
groundbreaking advances at the intersection of biology and
computation (Fig. 9).'*'*»1%2 Computational biology, broadly
defined, is the application of computational techniques and
mathematical modeling to complex Dbiological
problems.'**™** Its significance lies in its ability to harness
the power of algorithms and high-performance computing to
decipher intricate biological processes, predict molecular inter-
actions, and optimize enzymatic properties.'*®'?” Key among
these properties are the prediction of enzyme properties,
including catalytic activity and stability, substrate specificity,
docking and elucidation of binding mechanisms, and the

solve
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Fig. 9 Computational biology for advanced enzyme biocatalysis in pharmaceuticals. Reproduced with permission from ref. 173. Copyright 2023,

Springer Nature.

mapping of intricate metabolic pathways,?®3034106:141 Thege

predictive capabilities are indispensable in the rational design
and engineering of enzymes, ultimately driving the evolution of
enzyme biocatalysis.

Foremost among these applications is enzyme discovery and
screening.'*®'*® By employing computational tools, researchers
can efficiently sift through vast databases of potential enzymes,
identifying candidates with the desired catalytic properties for
specific reactions. This accelerates the process of enzyme selection,
streamlining the search for novel biocatalysts. Another notable
application lies in computational enzyme design,>®3*10%108,109,149
Here, computational biology enables the tailored engineering of
enzymes with enhanced catalytic activity and selectivity. Researchers
can iteratively model enzyme structures and interactions to predict
the effects of mutations, ultimately guiding the development of
enzymes optimized for specific reactions. This approach revolutio-
nizes the field by expediting the creation of tailor-made biocatalysts
for pharmaceutical applications. Molecular modelling and simula-
tion constitute yet another critical facet of computational biology in
enzyme biocatalysis."*>'**'*' These techniques enable researchers
to simulate enzyme-substrate interactions, providing essential
insights into reaction mechanisms, binding affinities, and confor-
mational changes. By unraveling these intricacies at the molecular
level, computational biology empowers scientists to fine-tune enzy-
matic reactions with unparalleled precision, ensuring the develop-
ment of efficient and sustainable bioprocesses.

In summary, computational biology serves as an indispen-
sable partner in the pursuit of advanced enzyme biocatalysis.
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Its predictive prowess in property assessment, combined with
its major applications in enzyme discovery, design, and mole-
cular modeling, shapes a landscape of innovation that con-
tinues to redefine the boundaries of biocatalytic research and
applications (Fig. 9).

4.2.1 Enzyme discovery and screening. Enzyme discovery and
screening have been revolutionized by computational biology.
Traditional methods for enzyme discovery were often laborious
and time-consuming, involving extensive experimentation.'>*'>?
Computational approaches now play a critical role in accelerating
this process. By leveraging computational tools and databases,
researchers can predict potential enzymes with desired properties,
shortening the time required to identify promising candidates for
biocatalysis.

In a study conducted by Vanacek et al, computational
methodologies proved highly effective in facilitating the
exploration of a vast pool of protein sequences (Fig. 10).">*
This capability addressed a critical need in the postgenomic
era, characterized by an exponential surge in available protein
sequences, representing an untapped source of diverse enzyme
catalysts. Despite the immense potential for biological and
biotechnological discoveries, only a small fraction of these
sequences has undergone experimental characterization.'®®
To efficiently harness this genomic wealth stored in public
databases, the research team devised an integrated system
comprising an automated in silico screening protocol and
experimental procedures. This system aimed to unlock the
structural and functional diversity of entire enzyme families

© 2024 The Author(s). Published by the Royal Society of Chemistry
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Fig. 10 Representative example of enzyme discovery and screening for advanced enzyme biocatalysis. (A) Workflow of an integrated system for the
exploitation of enzyme structural and functional diversity. (B) Overview of putative haloalkane dehalogenases (HLDs) identified. (C) Comparison of the
substrate specificities and overall catalytic activities of novel HLDs with previously characterized enzymes using multivariate statistics. (D) The loading
plot p1/p, and the corresponding score plot t;/t, from principal component analysis (PCA) of the transformed data set. Reproduced with permission from

ref. 154. Copyright 2023, Springer Nature.

(Fig. 10A). As a proof of concept, the study focused on exploring
the diversity within the microbial enzyme group known as
haloalkane dehalogenases (EC 3.8.1.5, HLDs).

The workflow of this integrated system encompassed three
distinct phases: (1) automated sequence and structural bioin-
formatics, (2) protein production and robotic activity screening,
and (3) biochemical characterization. Beginning with a stagger-
ing 5661 sequences, the researchers successfully entified 20
sequences corresponding to putative HLDs. These sequences
provided valuable information about their source organisms,
catalytic pentads, and domain compositions (Fig. 10B). Follow-
ing expression analysis and robotic activity screening, a mere
eight proteins emerged as candidates for comprehensive bio-
chemical and biophysical characterization. By comparing the
substrate specificities and overall catalytic activities of these
novel HLDs with previously characterized enzymes using

© 2024 The Author(s). Published by the Royal Society of Chemistry

advanced multivariate statistics (Fig. 10C and D), the team
achieved significant milestones. These included the discovery
of the most catalytically proficient native HLD to date (kcat/Ko.5 =
96.8 mM ' 5!, where k., is the catalytic constant and K, 5 is
the substrate concentration that leads to half of the maximal
velocity), the identification of the most thermostable enzyme
boasting a melting temperature of 71 °C, the characterization of
three distinct cold-adapted enzymes exhibiting dehalogenase
activity at near-zero temperatures, and the development of a
biocatalyst capable of degrading the warfare chemical sulfur
mustard. This study exemplifies the vast potential of computa-
tional approaches in addressing the big data challenge pre-
sented by the postgenomics era.

4.2.2 Computational design. Computational design, or
computation-aided enzyme engineering, has emerged as
a transformative approach for precisely tailoring enzymes
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to specific tasks. This method involves the in silico manipula-
tion of enzyme structures and active sites to enhance their
catalytic efficiency or expand their substrate specificity.
By harnessing computational insights, researchers can predict
with remarkable accuracy how modifications at the molecular
level will impact enzyme function. This enables the creation of
customized biocatalysts with greatly improved properties, exem-
plifying the power of computational biology in advancing enzyme
biocatalysis for pharmaceutical applications.%>>%*”

In a groundbreaking study led by Lu et al., computational
methodologies emerged as a potent tool for the engineering of
PET hydrolases, enabling them to exhibit robustness across a
wide pH and temperature range, accelerated reaction rates, and
the unique ability to directly degrade untreated postconsumer
plastics (Fig. 11).">® To achieve this remarkable feat, the research
team harnessed the power of a structure-based machine learning
algorithm, applying it to engineer a highly robust and active PET
hydrolase. Specifically, the researchers employed a cutting-edge
three-dimensional self-supervised convolutional neural network,
known as MutCompute,® to pinpoint stabilizing mutations
within the enzyme (Fig. 11A). This innovative approach allowed
them to identify positions within the enzyme’s crystal structure
where the original amino acid residues were suboptimal
compared to potential substitutions, and these positions were
ranked based on predicted probabilities (Fig. 11B). Subse-
quently, the team uncovered four pivotal mutations (S121E,
T140D, R224Q, and N233K) that held the key to enhancing
the PET-hydrolytic activity and expanding its operational tem-
perature range. Notably, the machine-learning-guided predic-
tions led to a significant enhancement in enzymatic activity
across all tested conditions, spanning temperatures from 30 to
60 °C (Fig. 11C).

To gain further insights into the enhanced stability and
catalytic prowess of the engineered enzyme, crystal structure
analysis was conducted on the top-performing variant, aptly
named FAST-PETase (PDB 7SH6, where PDB stands for Protein
Data Bank), which contained a total of five mutations, including
those identified through predictions (N233K/R224Q/S121E) and
scaffold-derived mutations (D186H/R280A). The structural ana-
lysis revealed the formation of favorable residue interactions that
contributed to FAST-PETase’s superior PET-hydrolytic activity
compared to both the wild-type enzyme and previously engi-
neered variants (Fig. 11D).

This groundbreaking study illustrates how the integration of
computational biology can revolutionize enzyme engineering,
resulting in enzymes with enhanced functionalities that were
previously unattainable through traditional experimental meth-
ods. Such an approach holds immense promise not only in the
realm of sustainable plastic degradation but also in diverse
practical applications, including the pharmaceutical industry.
The ability to tailor enzymes with precision and efficiency
opens new avenues for addressing complex challenges in drug
discovery, development, and manufacturing.

4.2.3 Molecular modelling and simulation. Molecular
modeling and simulation have become indispensable tools
for gaining insights into enzyme behavior at the atomic level.
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These techniques allow researchers to visualize enzyme-sub-
strate interactions, study reaction mechanisms, and predict
enzyme stability under different conditions.**»*¢**¢* MD simu-
lations provide a particularly dynamic view of enzyme dynamics
and conformational changes during catalysis, offering valuable
information for enzyme engineering and optimization.'®>'®* In
a study conducted by Chen et al., computational methodologies
emerged as powerful tools for unraveling the molecular
mechanisms underpinning enzyme promiscuity (Fig. 12)."®*
The research focused on the aromatic prenyltransferase
(aPTase) AtaPT, which displayed an unprecedented level of
substrate promiscuity, accommodating a wide range of aro-
matic acceptors and prenyl donors (Cs-C,), including dimethy-
lallyl, geranyl, farnesyl, geranylgeranyl, and phytyl
pyrophosphates. To decipher the molecular basis of AtaPT’s
remarkable promiscuity, the team embarked on a multifaceted
investigation, including three-dimensional (3D) molecular
structure determination through crystallography (Fig. 12A,
PDB 4LD7). Their comparative analysis of the apo structure
with substrate-binding pocket complex structures revealed
dynamic conformational changes in the tyrosine shield and
various acceptor binding sites of AtaPT (Fig. 12B). These
insights, combined with molecular simulation studies, shed
light on the enzyme’s multiple states and substantial fluctua-
tions, particularly in the loop 1 and tyrosine shield regions,
offering valuable clues regarding its promiscuous enzymatic
activity.

Furthermore, the research team conducted mutagenesis
experiments to pinpoint the residues responsible for prenyla-
tion promiscuity (Fig. 12C). Armed with a profound under-
standing of AtaPT’s molecular mechanisms governing
prenylations, it became feasible to employ structure-guided
mutagenesis to fine-tune both the prenyl donor and the pre-
nylation selectivity of this enzyme. Such precision engineering
has the potential to enhance the utility of AtaPT by synthesizing
novel prenylated derivatives, opening new avenues in drug
discovery programs and beyond. This study exemplifies how
computational methodologies can provide invaluable insights
into enzyme behavior, offering a strategic advantage in various
scientific and industrial applications.

In summary, computational biology has revolutionized
enzyme biocatalysis in pharmaceutical applications by
enabling efficient enzyme discovery and screening, precise
computational design, and insightful molecular modeling
and simulation. These computational approaches have accel-
erated the identification of novel enzymes, facilitated tailored
biocatalyst engineering, and deepened our understanding of
enzymatic behaviour. Further exemplification of enzyme engi-
neering can be found in Table 3, where additional instances are
provided.’>'%31657180 Ag the pharmaceutical industry seeks
sustainable, efficient, and precise solutions, computational
biology emerges as a transformative tool, bridging the gap
between theory and experiment and propelling innovation in
drug development and production.

The critical point for computational biology is that the
validation of computational predictions through rigorous

© 2024 The Author(s). Published by the Royal Society of Chemistry
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Fig. 11 Representative example of computational design for advanced enzyme biocatalysis. (A) WT PETase protein structure rendered by the output of
MutCompute. (B) Predictions based on both WT PETase and ThermoPETase were ranked by the fold change in the probabilities between the predicted

and the WT amino acid. (C) The red heatmap shows the PET-hydrolytic activit
activity over their respective scaffolds based on the total PET monomers from

y of the resulting variants, and the blue heatmap shows the fold change of
the hydrolysis of circular gf-PET films by the PETase variants. (D) Predicted

mutations from the neural network algorithm to stabilize FAST-PETase. Reproduced with permission from ref. 158. Copyright 2022, Springer Nature.

experimental testing is imperative to establish the trustworthi-
ness of designed enzymes. Reliable experimental validation not
only verifies the accuracy of computational models but also
provides valuable feedback loops for refining these models. As

© 2024 The Author(s). Published by the Royal Society of Chemistry

the complexity of biological systems increases, it becomes
crucial to address the limitations of current computational
methodologies. Factors such as protein dynamics, solvent
effects, and long-range interactions pose significant challenges
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Fig. 12 Representative example of molecular modeling and simulation for advanced enzyme biocatalysis. (A) Crystal structure of AtaPT and its catalytic
chamber. (B) Conformational dynamics of the tyrosine shield and various acceptor binding sites of AtaPT. (C) Structure-guided mutagenesis of AtaPT to
alter its substrate promiscuity. Reproduced with permission from ref. 164. Copyright 2017, Springer Nature.

to accurate predictions. Understanding these complexities and
developing computational approaches that can capture them
will be essential for advancing the field.

4.3 Nanoarchitectonics for advanced enzyme biocatalysis

Nanoarchitectonics is an interdisciplinary technological para-
digm, initially proposed by Masakazu Aono."®" This innovative
concept revolves around the meticulous design and construc-
tion of structures and materials on the nanoscale, where
precision and organization are important. Nanoarchitectonics
is driven by synthesis techniques, such as chemical synthesis,
molecule manipulation, chemical nano-manipulation, self-
assembly, and self-organization, to craft functional materials
from fundamental building blocks at the nanoscale.'®*"?
This versatile concept extends its range into various fields
and applications. Notably, it has been employed in the design
and synthesis of catalysts spanning a diverse spectrum, includ-
ing photocatalysts, environmental catalysts, electrochemical
catalysts, and biocatalysts. Beyond catalysis, the applications
of nanoarchitectonics extend to material production, structural
regulation, device fabrication, sensor development, energy

34 | EES Catal, 2024, 2,14-48

harnessing, environmental science, and even the biological
and biomedical realms.?”

In particular, nanoarchitectonics is widely considered for
sensing various biomolecules. Recently, microRNA (miRNA)
has emerged as prominent biomolecule for next generation of
diagnostic and prognostic biomarkers. Numerous RNA detec-
tion techniques based on engineered nanomaterials-based
electrochemical biosensing strategies, such as gold nanoparti-
cle, carbon-based nanomaterials, quantum dots (QDs), metal-
organic frameworks (MOF) show huge potential for cancer
management.'*

One of the distinguishing facets of the nanoarchitectonics
concept is its dynamic and harmonized nature.'*>'*® At the nano-
scale, there are uncertainties, including thermal fluctuations, static
distributions, and quantum effects, so a balanced harmonization
incorporating dynamism becomes crucial within the framework of
nanoarchitectonics. The dynamics bears a striking similarity to the
intricacies observed in biological systems, where functional compo-
nents dynamically cooperate and harmonize their operations.'®”
Consequently, nanoarchitectonics appears exceptionally promising
in catalyst design that is tailored for biological functions.

© 2024 The Author(s). Published by the Royal Society of Chemistry


http://creativecommons.org/licenses/by-nc/3.0/
http://creativecommons.org/licenses/by-nc/3.0/
https://doi.org/10.1039/d3ey00239j

View Article Online

EES Catalysis

Review

suonesrjdde eopnaseurreyd

103 spunodwiod drIeWoIe d[qeN[eA JO SISOUIUAS Ul A1anoe pasoidwy e
sIsA[ered pue 3urpuiq ayensqns ur

¥LT SONPISaI A AJIIUSPI pue 931S 9A13OR Apnis 03 spoyiou feuonendwo)) e
juowrdoraaap 3nip 103 spunoduwiod pajeuadorey Jo SISAYIUAS o)

durjqeus ‘suonoeal uoneuadorey ur AIAIOI[AS pue A1anoe pasoidw] e
£1a1109[9501301

pue Arogroads aensqns Jurialfe 10§ suoneinu 3o1paid pue

€0T 9IS 9A1OR dY3 ApNis 0) SUOHB[NWIS (TN Pue Jurapow [euoneindwo) o
sarerpawIa)ul [eannaoeurreyd Jo SISOUIUAS oNBWAZUD JUSIOYJS FUI[BUD
‘sayensqns d1310ads spremo) A1AI09[OS pue AAIIOR d1IA[EIRD padUR UL @
suonenw o1paid pue 231s aanoe Y3 a10[dxs 03 ‘suonernwiis

€LT N pue 3urjopow £3o[owioy 3urpniour ‘spoyiowi euoneindwio)) e
sInoIx

J[qeureIsns pue JUIIOGJS d10w Junedroe] ‘suonesrdde reonnaseurreyd

10J SISAUIUAS [0Y0d[e [BITYDd JO 1A pue A)ianoe pasoidw] e
Kduaroyge ondferes soueyuo pue 3uIpulq 10308J-00 AJIpOW 0} SUOIIE]

7S -nwis 3up[oop IB[NOJ[OW puE IS dANIE Jo sisA[eue [euoneindwo) e
S9YeTPIWIAIUL

3nap aindonueua Jo SISaYIUAS JuaTOye Jur[qeus ‘sajensqns
reonnasewrreyd jo a3uel B spIemo) AIA1II[9S pue A1Ande padueyuy e

TLT suone[nuIs
pue A pue Surepow [euoneindwod 3uisn SWAZUS a3 JO IS JANIE O}
I/1 Ul SUONMNSNS PIok ouTwe 21J109ds JO UOIONPOIIUT PUE UONIIPAIJ ©

suonoeIsul 3nip-3nip pue WSIOgeIdW
3nap ojur syy3isur 10y sisA[eue [euoneinduwiod pue suone[nUIS SUDROOP
[enaIA Y3noiyy AIAN0[es013al pue Arugje 3urpuiq jo UonednsaAu] e

0LT
pue sawdzua Aq sare1sqns Jo wsjoqelawt
69T pue 3urpuiq a3 Apnjs 03 sis[eue £1anoeal pue JuUROp 0911 Uf e
SISOIUAS
[eannaseurreyd 103 suonodersur urpuiq jo sisAfeue [euoneinduiod
pue 3uruaaios Teniaia Aq Apnis Anostword pue saouaijard ajensqng e
sawiAzua jo Aymosrwoid
89T  9jensqns oy} azA[eue 0} SUDOP IL[NdJ[OW pue JUIUIIIDS 0011 U @
sIsA[eue uonoeINUI JUIPUIq pue JWAZUD Jo316) Jsurede
SuruaaIds [enyia Y3noiay) s103qryul [enuslod Jo UOHBIIIUSP] @
suonesrdde [eonnasewreyd 10§
£9T SIONQIYUI YAHA ud1sap 03 SupPOp Ie[nos[owr pue Juruadids 011s Ur e
sisA[eue [euoneIndwiod pue FUTUIIOS [ENIIIA YZNOIY) SISAYIUAS Snip
10J AOUa1ohJe onATeIRd puk AId1j1oads a3ensqns 90UBYUS 03 SUONRINA @
1o00d Zurpuiq
99T 9JeIISqNS 9} I99ULZUI 0} SUNR[OOP IB[NIJ[OW pUB JUIUIAIIS 0911 UJ ®
suonoeIdul 3urpuiq jo sisAjeue reuoneindwod pue SUTUIIIOS 9JeNS
-qns y3noiy) AIAN0S[9S pue AIUhje d0UBYUD 0) SUOHEINW d1103dS
Aroyoads ayens
69T  -qns paaoidwil YIm SOWAZUD USISIP 03 SPOYIow JUTUIDIOS 091IS UT @

AKouaroyge ondreres pasorduiy e

Aoygoads ayensqns paIdly e

K1AT309[9501.301
pue Apyads a1ensqns paInNy e

K1A1IOS[2SONUEBUD PISBIIIU] @
Anpiqess pue
£rogroads arensqns paoueyuy e

AKouaroyge ondreres pasorduiy e

£1o13199dSs 10308J-00 PIIN[V e

A1anoe onArered
pue LA1oyroads ajensqns pasoidwy e

sisA[eue A31A130BaI
puUE SUONB[NWIS UIO0P 001718 U ®

wISToqeIdaW pue
durpuiq ayensqns Suipueisispun e

3unpop

Ie[nod[ow pue JuTUIIIOS 09118 UJ @
Amostwold pue s90U19j

-a1d ajensqns Surpuelsiopun e
Zunpop

Ie[nod[ouw pue JurUIIOS 091]1S UJ @

foyoads pue Hrugge Y3y e
3unpop

Ie[nod[ouw pue JuTUIIOS 09118 UJ e
Aouaoygge ondfered pue

Amoyoads ayensqns papuedxy e
Sunpop

Ie[nodjow pue JUTUIIOS [ENIIA ©
Aqers

pue Aranodsesonueud pasoiduy e

uononpoid 1osinodaxd
3nip ‘punoduwios snewory

ase[AxoqIedap
pareaurdug

9SeYJuAS
97B0ZUQ[AUININS-O

uoneziwundo
peo1 3nap ‘sIsoyIuAs
punoduiod pajyeuadoreq

0S¥dAD aseuagdorey paieaurdug

SISOUIUAS
3nip 103 SISATOIPAY 193SH

9SBI9)SO SUIISI

-lonyf spuowopnasq 9SBI21SO paIdauLduy

TIATIIYD uondnpoid ajerpawiIaiul [eon
9se30Npa1n)d) -nadewreyd ‘SISOYIUAS TeITYD

9SEBIONPIIOPIXO
pazesurdug

q asedr|
DILOIDIUD DPIPUDD

uonN[oSaI dnew
-Azud ‘s1SaTIuAs 3nIp TeIryD osedr] pardourdug
ugisap reuoneindwo) (q)

JuIpaw

(9dzdaD) 9dz 0Ssvd pazijeuosiad ‘sonaun|
QwoIyo034d uewiny -odeurreyd ‘wsijoqeswr Inig

sisA[eue A31A130€a1
pue 3un{oop 2jensqns

sisA[eue
Amostwoid ayensqng

ase[InIu
sI[edary SauaSIedV

UOIIEULIOJSUBIIOI]
‘s1saypuds Inig

udisap
10)1qIYUT dWAZUY

A19A00S1p
3nip Quounyesan 1oue)

(34HQq) 9seronpax
e[0JoIpAYIq

SISOUJUAS
3nip ‘uonesyrpow pidry

Zurreaurdua jaood
urpuiq arensqng

asedry
eSo3n1 eprpue)

Surreaurdus urajoid ‘A19400 ugisop swiAzua
-sIp 3nip ‘sisaypuds apndad o1y10ads-ajensqng
3uruaa10s pue A10400s1p dwkzuyg (e)

3xaqgspre) ursinqns

Jod uoneuLIOJUl pa[relad

S21IN3edy Ao

owikzuyg suoneorddy ordurexg

sisAleyedolq awAzua pasueape oy Abojolg jeuoneindwod jJo sajdwexs paydales ¢ alqel

'80US217 PaNoduN '€ [ RJBWWODUON-UO NG LMY suowiwoD aaieas) e sopun pasusol|stapnesiyl |IIETEEL (o)
"INd 22:S2°€ 5202/20/€Z U0 papeo|umod €20z 1B}A 8Z U0 paus!and B 01y sseooy usdO

35

EES Catal., 2024, 2,14-48

© 2024 The Author(s). Published by the Royal Society of Chemistry


http://creativecommons.org/licenses/by-nc/3.0/
http://creativecommons.org/licenses/by-nc/3.0/
https://doi.org/10.1039/d3ey00239j

View Article Online

Review

EES Catalysis

SIIIAI}OE JO UOTIBZ

-riundo 10 sajrjoqelaw SnIp [9A0U JO UOIIBIFIIUIPI 3y} SUI[qRUD ‘SUOTY
-oeI91UI duIpulq pue aoua1dyaId aensqns ojul sIY3Isur 10J SISA[EUY o
sapouwt

Surpuiq 119y 301paid pue sawkzus 10§ sayensqns [enusjod Ajuapr

08T 03 suone[nuIs 3upOp JB[NdII[OW pue sanbruysal Surusaids [eniiiA e
Aoyroads pue

uonu30da1 ensqns I0j SISeq [BINIONIS ) Juneprond ‘sajensqns
103d90o® puk I0UOP SNOLIBA [3M FUIPUIQ 0IUT SJYSIISUT 10] SISATRUY @

ssaoo1d 3urpuiq

6LT  9)eIISqNS 2Je3NSaAUl 0) SUOTIR[NWIS (A pue Sul[opowt A30[0WIOH e
Auygye 3urpulq ur sanpisal A9y pue

sopour 3uIpuiq I031qIYUl/1e1ISqNS—aWAZUS 03Ul SIYSISUL J0] SISA[eUY e
s1o3qryut

10 sayensqns ym 3urpuiq 23e81SaAUl 03 ‘suone[noed A319Us 931)

8/1 <durpuiq pue Juppop Ienosjow Jurpnour ‘spoyrow feuoneindwoy) e
saje1IsqNs unIyd JuaiayIp jo adesspue] A31ous Surpuiq pue ‘sis[ered

Ul SanpIsal 43y Jo 9101 ‘Surpurq ajensqns jo sorweudp ojyur s;y3isug e

WSTUBYOIW
£LT dnATered pue ssadoid Suipuiq a3ensqns ay) Apnis 03 suone[nuwis qA @
Burpurq pue uonIudooa1 ajensqns JUIUISA0S SJUBUTUWLINNAP JE[NII[OW
pue Aoygoads ajensqns s,0WAZUd aY3 ojul sIYIISUT 10j SISA[eUy e

9/1
pue SONOIqIIUE WEDE[-B1aq JUSIAHIP YIIM suondeIaur urpulq
G/T 93 93e31IS9AUT 03 Spoyow uone[nwis pue Jurppow [euoneinduwio) o

sisA[eue 3urpulq pue
UOIedJIIUSPI a)ensqns 10 SUR[oop
Ie[nodjow pue JUTUIIOS [ENIIA ©

sisA[eue
3urpuiq aensqns 10j SUOIIBINUITS
N pue 3urepows ASO[OWOH e

sisAfeue 3urpulq 23e13s
-qns 10j suone[nofed A31ous 221y
Zurpuiq pue 3unp{oop IB[NIJ[ON

sIsA[eue
WISTUBYDW JNATeIED pue Jurpulq
arensqns 10J suonenwis N e

SISATeu®
Arogoads ayensqns 10y uon
-e[nuwiis pue 3uUIOPOW IB[NIIOA ®

uoneziwndo pue
uisap 3nip ‘sarpmis SonAUD|
0S¥d 2woIyd034) -ooewreyd ‘wstjoqelow 3niq

Sa1pnIs
wisIjoqelowr nip
10§ 3UTUSIDS [ENIIIA

SISOUIUAS
reonmnasewreyd
10} u3rsap swiAzuyg

uonednfuod
9SBIDJSUBIASOJATD 3nIp ‘SUONOBII UONB[ASOIATD

SIOPIOSIp [edL30[01 SJUSWIIEDI) IOPIO
-Nau 10j A19A00SIp Inip ‘quowr -SIp [ed130[0INaU 10§

9SBI9)SAUI0YD[A120Y -Jea1) 9seasIp S JoWIdYZ[Y SIsA[eue [euoneindwo)

A19AT[OP 3nip
SW9)SAS ATOAI[OP UI SUONIBIDIUI 9)BIISqNS

aseunIyd 3nip ‘vonepeidop uniyp  unNIYo SurpurISIOPUN

uoneziundo
‘udisap onoiqnue udisop onorquue
9SEWB)OR[-BIdY  ‘SIAIPNIS 9DUBISISAI ONOIqIIUY 10§ SUI[apOW IB[NII[OIA
uone[nuwIs pue Jurppour 1enoON ()

o4 uoneuLIoJul pafreIaq

sa1nyeay Loy

swikzug suoneorddy ordwrexg

(panupuod) ¢ a1qel

'80US217 PaNoduN '€ [ RJBWWODUON-UO NG LMY suowiwoD aaieas) e sopun pasusol|stapnesiyl |IIETEEL (o)
"INd 22:S2°€ 5202/20/€Z U0 papeo|umod €20z 1B}A 8Z U0 paus!and B 01y sseooy usdO

© 2024 The Author(s). Published by the Royal Society of Chemistry

EES Catal., 2024, 2,14-48

36


http://creativecommons.org/licenses/by-nc/3.0/
http://creativecommons.org/licenses/by-nc/3.0/
https://doi.org/10.1039/d3ey00239j

Open Access Article. Published on 28 Diteli 2023. Downloaded on 23/07/2025 3:25:22 PM.

Thisarticleislicensed under a Creative Commons Attribution-NonCommercial 3.0 Unported Licence.

(cc)

View Article Online

Review EES Catalysis

Nanoarchitectonics for advanced enzyme biocatalysis
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‘ Major applications

- Enzyme encapsulation
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®

Fig. 13 Illustration of the nanoarchitectonics concept for advanced enzyme biocatalysis. Reproduced with permission from ref. 35. Copyright 2019, Elsevier.

Example 1. Enzyme encapsulation
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Fig. 14 Representative example of enzyme encapsulation for advanced enzyme biocatalysis. (A) Schematic illustration of the technique for modulating
the conformation of an enzyme by H-bonded cage encapsulation. (B) Structure of the heme macrocycle of Cyt c@HOF-101 based on MD simulation and
its catalase-like biocatalysis performance. Reproduced with permission from ref. 190. Copyright 2022, Springer Nature.
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For instance, in nanoarchitectonics, integration of hydrogel
into common biosensing platforms creates soft structures that
are both physically and chemically regulated. These structures
boast superior biocompatibility, improved immobilization of
biomolecules, and the ability to design biosensors that are
specific and highly sensitive. The physical and chemical proper-
ties of 3D hydrogel structures can be modified by integrating
with nanostructures, increasing their sensitivity to various
stimuli like mechanical, optical, thermal, magnetic, and elec-
tric forces.'®®

Porous materials derived from coordination compounds like
metal-organic frameworks (MOFs) and porous coordination
polymers (PCPs) possess well-defined pore structures and pro-
mising properties. As these coordination compounds, Prussian
blue (PB) and its analogues (PBA) exhibit excellent physical and
chemical properties, making them versatile nanoarchitectonics
for a wide range of applications including sensing, batteries,
biomedicine, and imaging."®’

In the context of enhancing enzyme biocatalysis, nanoarch-
itectonics has emerged as a dynamic fusion of nanotechnology,

View Article Online

Review

materials science, and enzymology (Fig. 13).>> It offers a com-
pelling route to not only amplify catalytic activity but also
strengthen enzyme stability, bolster reusability, and enhance
versatility. In this part, we will describe in more detail the three
central strategies encompassed by nanoarchitectonics for
advanced enzyme biocatalysis: enzyme encapsulation, enzyme
immobilization, and nanozymes. These strategies harness the
principles of nanoarchitectonics to revolutionize the world of
biocatalysis and hold immense promise for a multitude of
applications across diverse industries.

4.3.1 Enzyme encapsulation. Enzyme encapsulation for
advanced enzyme biocatalysis refers to the process of enclosing
or trapping enzymes within protective materials, typically on
the nanoscale, to enhance their stability, activity, and suitability
for various catalytic applications. This technique offers several
advantages for enzyme-based applications in various fields
such as pharmaceuticals, the food industry, and diagnostics.

Chen et al. designed an external hydrogen-bonded organic
framework that could modulate the shape of the enzyme
cytochrome ¢ (Cyt ¢) (Fig. 14)."°° This structural alteration

Example 2. Enzyme immobilization
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Fig. 15 Representative example of enzyme immobilization for advanced biocatalysis. (A) Schematic illustration of enzyme assembled hydrogel (EAG)
preparation using 1H-3-methyl-1,2,4-triazole (Hmtz) and Mg?*. (B) Overlay of the 7XY9 (salmon) and 1YKF (gray) structure showing the coordination of
the Mg?* ion with the adjacent residues. (C) Specific activity and chiral selectivity values of the free enzyme and EAG when catalyzing the conversion of
acetophenone with concentrations of 5-20 nM. Reproduced with permission from ref. 191. Copyright 2019, Springer Nature.
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enables the enzyme to exhibit functions that it could not
naturally perform. A hydrogen-bonded organic framework,
which is sturdy and has carboxylate molecules arranged in a
specific way, is introduced onto the native Cyt ¢ (Fig. 14A). The
resultant hydrogen bonded nano-biointerface causes Cyt ¢ to
adopt a catalase-like conformation, which it typically could not
take on when interacting with porous organic frameworks. The
heme macrocycle of the Cyt ¢ nanosystem in this paper is more
structurally stable than those in other heme enzymes such as
catalase (CAT). Also, this hydrogen-bonded organic framework
continues to stabilize the enzyme, ensuring its structural
integrity and activity (Fig. 14B).

This research introduces a novel nanotechnological concept,
which involves controlling the flexible shapes of enzymes. It
demonstrates how artificial hydrogen-bonded frameworks can

View Article Online
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be used to modify enzyme activity, highlighting the benefits of
using such scaffolds to modulate enzyme behavior. In essence,
the study explores a new way to manipulate the structure and
function of enzymes for various practical applications.

4.3.2 Enzyme immobilization. Enzyme immobilization
for advanced enzyme biocatalysis is a technique that
involves fixing or anchoring enzymes to a solid support or within
a matrix to enhance their stability, activity, and reusability
in various catalytic processes. This method plays an essential
role in biotechnology, pharmaceuticals, and industrial
applications where enzymes are used as catalysts for specific
reactions.

In an important example, Chen et al. presented a feasible
approach that leverages the combined action of triazoles
and metal ions to trigger the creation of porous hydrogels

Example 3. Nanozyme
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Fig. 16 Representative example of nanozyme for advanced enzyme biocatalysis. (A) Schematic illustration of the preparation process for FeNzP-
SAzyme. (B) Reaction—time curves of the colorimetric reaction and comparison of the specific activities of FeNzP-SAzyme, FeN3-SAzyme, and FezO4
nanozyme. (C) Density functional theory (DFT) studies and energy profile of FeNsP-SAzyme, FeN4-SAzyme and FesO4 nanozyme. Reproduced with

permission from ref. 192. Copyright 2021, Springer Nature.

© 2024 The Author(s). Published by the Royal Society of Chemistry

EES Catal., 2024, 2,14-48 | 39


http://creativecommons.org/licenses/by-nc/3.0/
http://creativecommons.org/licenses/by-nc/3.0/
https://doi.org/10.1039/d3ey00239j

Review

View Article Online

EES Catalysis

A1anoe Y3y e
UONBIPaWIOIq 10§ AI[Iqesnal pue AIiqeisow

-I9Y) S9OURYUD UOMIBZI[IOUIWI ‘9SBI)Sd paydepe plod € ‘4891sH e A1iqesnay e
01¢ SUONIPUOD Ansnpur 1oded
pue snoirea 1apun Aifiqels ade1ols pue Lousdgje uoneziqowwi Yy (sap) ‘uonerpawaiolq 9SBISI JO
60T SIQIYXd 000TJIA [9INJOE UO PIGIOSPE JSBIANSI [9ISN JUBUIUIODY @ A1IqeIs paoueyUY @ 9SBIANSIMAXOQIE) ‘S[EINNIJBWLIRYd UONBZI[IqOWW]

A1A1309[9S YIIH e
£)1A1ISUaS AeSSe 9SBUD] SMOUS d0ejins pod

uo pazijiqowwil aseun| payul-(dgo) apndad4jod Surpuiq-pjos v e Aiqesnay e
suonIpuod armeradua
80T pue Hd y3iy 1opun A1iqels ssoueyua 3xroddns pazijeuon
pue -ounj Axods pajeurwe ue Uo UONORINUI d1UO! Aq (MVPPJ) WNIPIOD (W1d) sonsouderp aseupy jo
£0T -SIp WINI[)SOADIP WOIJ dSBUR] dUISOUIPRAXOIP JO UONRZI[IOWW] ® A[IqeIs PIOURYUY e Y OSBUL UIS)0Id ‘S[BONNSORULIRYJ UONEBZI[IqOWW]

K)1AIIOI[9S PaIO[IE], @
opmxorad uadoipAy ur Hianoe

SMOUS STeISAId (06-A1Z SUI[[BISAIO J[3UIS OJUI Pappaquid ase[ele) e SISA[OINE PAONPRY e
Ansnput

L1anoe pood pue LI[Iqels s[qeuoseal singns snjovg  pooy ‘syuadialep aseajoid jo
907 SIQIYXd SPEaq UBSOIYI-BULI[e Ul PIZI[IOWW] S9sea)0Id SnoLIeA e AI[Iqe)s paouByU @  WOIJ 9SB0Id ‘S[EONNIOBWLIRYJ UONBZI[IOW]

UOTIeIUAINY e

A1[IqeIs [BdTUBYDAW pUE [BULIAY) SaseaIdul sa[oniedoueu
eoI[1s snorodosaw ur uononpoid [anjorq 10j uonezijiqoww asedry e Aiqesnay e
S0T (a1vD)

pue asediy azijiqowrut g asedi| non Ansnpur pooj asedy jo
$07 03 pasn uajo jsow st erpawt diqoydoipAy uo uondiospe [ed1SAYJ e AIqeIs paoueyuy e -o.vIuUp PPIPpUP) ‘S[EdIINAdRUIRYJ UONBZI[IOWW]

uonezijiqowwt awAzuyg (q)

SUONIPUOd UOT)
opndad ¢y -endaid o3 pue JyTrom Ie[nos[oU I0JeRIUI 3} SUI[[OIIUOD
€07 93 Y3m urayoad oy Surxtw AqpeorsAyd jo suesw £q uoneirdoaid-o) e Aq pauny aq prnod apnied ayy jo A3ojoydiow pue azis e

pue *so[onred eoI[IS Ojul pajerodIodour oI  SWOJBIP SB UoNns ‘SWSIUBSIO JULIEW Ul UOTJRZI[BISUTW OIq sonsouderp BOI[IS
20T puoq apynsip e via apndad ¢¥-s£D a3 03 pasny sanosjowr o31e) e Aq paiidsur s1 saponredousu BII[IS JO SISOYIUAS dOWIWOLT © asedjold  ‘S[edonnadceuLIRYJ onpauwIIwoIg
one1 ndur ayy 3ur uonednfuod
-Je[npow Aq PIAIIYIE ST AIIOWOIYDI0IS PA[[ONUO0D PIM ‘dS 2dA-pTim Jua[eA0d ‘(ds) uraroxd poygess ‘Teudts Junoed VNI
pue (aypy) aseuadoipAyap [oyooe paddel-dS Jo uone[nsdeous-op e  ‘uonoeIAIUI J1ILISONII[D ‘daIssed :poyrowr uonensdeouy e
10C Zurpeo] JwAzud PI[[OIIU0D JIOW PUE 19)ed13 (g1vD) (d1A) 910
pue UOT}0BISIUI O1JBISOIOID pia ITed Jou-STey 2A3TYde 03 padooAdp Udaq 2ABY SWISIURYOIUW JUIPLO] WOUIT g asedr| vony sonsouderp -nred oy SniA
00T 23 JO apISUI 0) Pa3oIIP ST e} pPadreyd Ajpanisod yiim pasnj J4O e pue A[quiasse pisdes [e11a Aq paiidsul sa132)eIIS SNOLIBA e  -2uDJUD DPIPUD)  ‘S[RIINIIBWIRYJ /pisdeo [e1ip
JUdUEaI) 197eMI)Sem 10J YOOI pue 9[qemMaURI pue ‘J[qIXSJ A[[EdTURYIIW ‘[(epeIdapoIq
‘V1I ‘VINIH Jo pasoduod [2301pAY IowA[od o1oyIuAs yam asedoe e ‘o[qreduwodolq are ‘s[o30I1pAy 10J s1owA[od [eInjeu Jo ISOIN e
661 dunaurdua
pue A1iqesnal pue AIIqels [eULIDY) 19139¢ SIWAZUD ISOW Aq paIInbal JuswuoIiaua ajqeroae] o3 3uneard  (JYH) aSepIxo [eoTpaw
86T  SIQIUXd Speaq une[as-sjeurd[e wnmed ur paddenus aseurnsul ¢ I0J [BIIUISSI a1k S[230IPAY ‘sjusmIuoIIAUd snoanbe-uou uf e -19d YsipeIasioHd -01q ‘sonsouderq [9801pAH
SISOqUIOIY} JOJ dSBUD{OIN sowosodI] ojur papeof aq [[e
16T ym pajernsdeous awosodl] pazifeuonounj (DY2) DY dOIPAD @  ued sawkzud d1qoydoipAy pue ‘Oryrediydure O1ydoipAH e
pue £1anoe onewdzud y3y azIs pue Ansnput pooj J[o1SaA
96T smoys Adeiat) uonearels 10J awosodi] papeo] (XOH) IPIX0 3s0oN[H e TquInu dwosodr] Aq pasuanfjur s1 Luaroyje uonemsdeouy o IselAWy-0  ‘STedTINdJRWIRYJ rewosodry
13 ;w0002 03 dn serrayewr snozod 19y30 y3m pared UOTIBZI[IqOTUT
S6T -WOD SBaIR a0e}INs (LAM) 19[[3L-Nowwg-Ianeunig ysiy APWonxy e awiAzus 10J s10ddns prjos se pasn os[e aq P[nod JOWN (AOW)
pue spouueyd/sarod JON 0uT UOISNPIP ‘Uonezifeidurwolq 3 uoneyrdoaid sIuI[ dTuedIo pue (014D) a3e103s sed JN1omourery

$61 -00 ‘quatydelIe Juaresod ‘uondiospe aoejins :sayoeordde uowrwo) e sapou druediour Jo pasodwod [erayewr aul[e3sAm ‘snorod v e 9 JWOIYD0IAD)  ‘s[eonnadewireyd — drueSIo-Te3dN
uonensdeous swAhzuy (e)

REN| uonewLIOul PI[IeIdd SoIMIeay Ao swiAzuyg suoneorddy ordurexg

sishleyedolq sWAzus padueApe JOj SOIUOYIDYYDIeOURU JO SajdWEX Pa1d9les dlqel

'80US217 PaNoduN '€ [ RJBWWODUON-UO NG LMY suowiwoD aaieas) e sopun pasusol|stapnesiyl |IIETEEL (o)
"INd 22:S2°€ 5202/20/€Z U0 papeo|umod €20z 1B}A 8Z U0 paus!and B 01y sseooy usdO

© 2024 The Author(s). Published by the Royal Society of Chemistry

EES Catal., 2024, 2,14-48

40


http://creativecommons.org/licenses/by-nc/3.0/
http://creativecommons.org/licenses/by-nc/3.0/
https://doi.org/10.1039/d3ey00239j

View Article Online

EES Catalysis

Review

£1anoe aif-aseprxoiad YPIm swkzoueu

A0 ¢ ® 3ursn er1a3oeq druadoyied Jo UODIAP SANISUISEN] @

12¢ Aesseounurwil 90UDSAU
pue -Twn[ruayo juaisisiod 10§ A1anoe ayIj-asepixorad paoueyuUd Pamoys
0CC SowAzoueu JOIN 9[qrsiadsip A[Y3Iy pue parnionis A[[edTyoIeIdrH e

S[[99 ¢1Dd padnpul-(,ddIN) uol wnrurptihd-jdusyd-p-[Ayzow-1 ut

20%H pue (SOY) sa10ads uUa3AX0 9A110BII 90NPAI APUSIIYJ ‘sowikzoueu

se ‘(sadODn) sjop wmuenb 09 ‘s1aysoueu (0O) apIxo suaydern e

61¢ NW 0°T-T0°0 JO a8uel ay3 Ul K1an
pue -Isuas Y31y pue AIAIOI[OS JUI[[99Xd [3IM [0IISI[OYD SI039P dTWIIW
81¢ osepmxoiad e se (sqOD-0I) s1op wnyuenb uoqies padop-0d § ‘O

°O°H 2A11ONIISIP

93 INOYIIM UOIIIIIP [[99-190UBD 10] A)IATIOR OTIATeIRD NI[-9SBPIXO
pasoxduut sey aponredoueu orfelawiq 0Did paredn(uod oweyde uy e

L1T A1anoe
pue oyI[-ase[eled pue ‘Aanoe I-asepixorad ‘AIA1OR II[-9SEPIXO MOYS
917 ‘Suruuidsonoars Aq paredaid ‘sagmioueu (*QfoD) apixo (w‘ijieqon e

ud

[ennau 1opun A1anoe ayI[-ose[eled pue Hd dIpIoe Iopun A1anoe ayI|
-aseprxorad urioj1ad sawAzoueu apIxo oIl 38y} pamoys dnoid s,no e
ANINSqNS JWAZUD

[eINJeU B SE Pasn aq P[Nod pue AIAnOe NI[-2Seprxordd JIsurnul

S1T ue aAeY S9[onTEdOUBU OPIXO UOII JBY) PaIdA0dsIp dnoid s,uex e

Ade1ay) sanEpIXO JWIAZOURU pue drwreuipojoyd/fewayioioyd ‘3urd
¥I¢ -ewl awn-[eal 10j saqoidoueu prigily pjod-uoqied snorodosawl v e
pue swiAzoueu se poioueu pjod-wnipe[red 3ursn uoryeewr
€1¢ JO SUISUIS OIIIDWILIOI0D JIIJ-[9E] SAIII[IS PUE JANISUIS ‘D[duiIs v o

Apustogge uneisearole ured oy yroddns
auerquiaw ouowA(od e uo wily uryl 3urreaq-vIAd JO UOIEXI] e

£101X0) MOT @

Aiqers y3iy e
S9SB[OIPAY
‘9sepIxo ‘ase|
A1anoe YSIH e -BIed ‘OsepIxoiad
A1anoe Y3y e

K101X0) MO ©
9SBPIXO ‘ase|
A1iqels Y3ty e -eJed ‘9sepIxoidad
f1anoe ySiy e
9A1I0JJ2-1S0D) @
JSBPIXO ‘ase|
Aiqess YSIH e -ejed ‘oseprxorad
Anpiqeung, e
Ainiqess Y3y e

aseeled
OIUIZId[[e PUE JIXO)-UON ® ‘asepIxo1dd

SSOUIAIIOYD IS0 e
Aqnedwodorqg e

asejonpail ‘ase|

AIIqeung, e -ejed ‘9sepIxoIdd

AT} IS0 @

uedsaji 103U0T @

sonsouderp sawiAzoueu
‘sreanmasewieyd A0
sowiAzoueu

sonsouderp (aov)

‘s[eonnaoewlIeyd  JOp wnjuend

sonsoudeip sawiAzoueu
‘sTeoninadewIRYd onoude
sonsouderp sowAzoueu
‘sfeoninadewIRyd 9pIXO UOI]
sonsouderp sowAzoueu
‘sTeoninadewIRyd pPIoo

sawAzoueN ()

fa 4 (V4aQ) ase[opre SIS9YIUAS druedIo

pue SI039BAI0IDTW JNBWAZUD JUIIOYJS-IS0D ‘9A1dNP aeydsoyd-¢ ‘sonsouderp sase[opre Jo

117 -o0id 103 s310ddns JUSISPIP UO UOIBZI[IGOWWI ISB[OP[E SUIUOIYL, ® A11qeIs paoueyUY @ -9S0QII-A-AX09(-¢  ‘UONRIPIWION UONBZI[IOWW]

REN| UO}eWIOUT PaTeIad soInyeay A9y swiAzuyg suonesrddy ordwexg
(Ponunuod) ¢ sqel

'80US217 PaNoduN '€ [ RJBWWODUON-UO NG LMY suowiwoD aaieas) e sopun pasusol|stapnesiyl |IIETEEL (o)
"INd 22:S2°€ 5202/20/€Z U0 papeo|umod €20z 1B}A 8Z U0 paus!and B 01y sseooy usdO

41

EES Catal., 2024, 2,14-48

© 2024 The Author(s). Published by the Royal Society of Chemistry


http://creativecommons.org/licenses/by-nc/3.0/
http://creativecommons.org/licenses/by-nc/3.0/
https://doi.org/10.1039/d3ey00239j

Open Access Article. Published on 28 Diteli 2023. Downloaded on 23/07/2025 3:25:22 PM.

Thisarticleislicensed under a Creative Commons Attribution-NonCommercial 3.0 Unported Licence.

(cc)

EES Catalysis

assembled with enzymes (Fig. 15)."°" They developed an
enzyme-assembled hydrogel (EAG) by adding 1H-3-methyl-
1,2,4-triazole (Hmtz) and Mg>" ions to the enzyme solution
before the pre-gelation and gelation processes, respectively
(Fig. 15A). Specifically, when they tested the catalytic efficiency
of EAG in reducing acetophenone, it was an impressive
6.3 times higher than that of the free enzyme. Furthermore,
they showed the reusability of this hydrogel by demonstrating
its sustained high catalytic activity even after undergoing 12
cycles of use. To gain a deeper understanding of the structure of
the enzyme within the hydrogel, they employed cryo-EM,
achieving a near-atomic resolution of 2.1 A (PDB: 7XY9). With
these results, they analyzed the differences in enzyme activity
and stability, before (1YKF) and after (7XY9) gelation. An over-
lay of the 7XY9 (salmon) and 1YKF (gray) structures shows the
coordination of the Mg?" ion with the adjacent residues
(Fig. 15B). Also, EAG exhibited a higher specific activity than
that of the free enzyme in various concentrations of acetophe-
none, and its enantioselectivity remained above 99% without
any decrease (Fig. 15C).

Additionally, this paper was able to shed light on the
mechanism behind the formation of these hydrogels."”" The
team discovered that both triazoles and metal ions play essential
roles in this process. Armed with this knowledge, they extended
our approach to utilize two other enzymes to create enzyme-
assembled hydrogels, ensuring their excellent reusability. In
conclusion, the strategy that they have described holds signifi-
cant promise for advancing the development of practical cataly-
tic biomaterials and immobilized biocatalysts. This approach

Perspective 1
Integration of approaches

« Mutidisciplinary combination
of three approaches

« Mutual feedback-guided
optimization of each approach

Perspective 2

Multifunctional systems

Enzyme
Biocatalysis

+ Multiple enzymes engineered
in a sequential manner

- Systems or cascades mimicking
natural metabolic pathways

View Article Online

Review

represents a notable step forward in creating efficient and
reusable biocatalytic materials with potential applications in
various industries and processes.

4.3.3 Nanozymes. Nanozymes are nanomaterials with
intrinsic enzyme-like catalytic activity. These nanomaterials
mimic the catalytic functions of natural enzymes and can be
tailored for specific applications in biocatalysis and other
fields. Nanozymes have gained significant attention for their
potential to enhance the efficiency, stability, and versatility of
enzymatic reactions. One approach to achieving this goal is by
developing single-atom catalysts with precisely defined atomic
structures and electronic coordination, allowing them to closely
mimic the behavior of natural enzymes.

In 2021, Ji et al. published their results on their single-atom
iron nanozyme (Fig. 16).'*> They prepared their FeN;P-single-
atom nanozyme (SAzyme) based on zeolitic imidazolate
framework-8 (ZIF-8) as a raw material followed by a coating
process that involved polymerization and pyrolysis at 950 °C for
3 hours under flowing nitrogen (Fig. 16A). The engineered
FeN;P-SAzyme exhibited peroxidase-like catalytic activity that
is comparable to that of natural enzymes. In this study, they
quantitatively determined the specific activity values by mea-
suring the absorption intensity of the nanozyme-catalyzed
colorimetric reactions. FeN3;P-SAzyme showed much higher
catalytic activity compared to the most widely used Fe;O,
nanozyme or FeN,-SAzyme without P coordination. The mea-
sured specific activity of the FeN;P-SAzyme was more than
30-fold higher than that of the Fe;O, nanozyme and almost
10-fold higher than that of the FeN,-SAzyme (Fig. 16B). Among

Advanced
Biocatalysis

Perspective 3

Bioprocess optimization
- Utilization of advanced bioprocess
engineering techniques

+ Continuous flow systems, in situ
separation, enzyme recycling, etc.

Fig. 17 Perspectives on advanced enzyme biocatalysis for optimal pharmaceutical applications.
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these three catalysts, adsorbed H,0, will be easily dissociated
into two surface OH species (H,O, — 20H) with very low
barriers of 0.07, 0.17, and 0.10 eV on the three models of
FeN;P-SAzyme, FeN,-SAzyme, and Fe;0, (Fig. 16C).

To understand the basis for its high enzyme-like activity,
they conducted density functional theory (DFT) calculations,
providing insights into the underlying mechanisms. Impor-
tantly, they demonstrated that FeN;P-SAzyme with its superior
peroxidase-like activity can serve as an effective therapeutic
strategy for inhibiting the growth of tumor cells both in
laboratory experiments and within living organisms. This
shows the promising potential of SAzymes, such as FeN;P-
SAzyme, for creating artificial enzymes that replicate the cata-
lytic kinetics of natural enzymes. In summary, this research
presents a significant step forward in the quest to develop
artificial enzymes that rival the catalytic capabilities of their
natural counterparts. The precise coordination of single atoms,
as demonstrated by FeN;P-SAzyme, offers exciting prospects for
future applications in biomedicine.

In summary, nanoarchitectonics for advanced enzyme bio-
catalysis is a cutting-edge field that harnesses nanotechnology
to optimize the performance of enzymes in various applica-
tions. This multidisciplinary approach involves the precise
design and construction of nanoscale structures and materials
to enhance catalytic activity, enzyme stability, reusability, and
versatility. Three primary strategies within this field are enzyme
encapsulation, enzyme immobilization, and the development
of nanozymes. However, these three strategies are not fully
separated, for example, enzyme encapsulation and enzyme
immobilization within hydrogel could be considered as both
strategies. Also, when nanozymes, nanomaterials with intrinsic
enzyme-like catalytic activity, are immobilized or encapsulated,
several challenges such as loss of activity and specificity could
be solved."®* So, by leveraging nanoscale structures and materi-
als, researchers can optimize enzymes for a wide range of
applications, including pharmaceuticals, biocatalysis, environ-
mental remediation, and diagnostics. More research examples
of nanoarchitectonics for advanced enzyme biocatalysis are
described in Table 4."%4*"

In conclusion, multidisciplinary approaches in enzyme bio-
catalysis mark a critical moment in the evolution of pharma-
ceutical research and production. By the precision of protein
engineering, the computational prowess of computational biol-
ogy, and the innovative strategies of nanoarchitectonics, scien-
tists are poised to unlock the full potential of enzymes as
molecular tools. These methods not only promise to address
the challenges posed by modern pharmaceutical demands but
also lay the groundwork for a more sustainable and efficient
future in drug development and manufacturing. As stated in
the following sections, the intricate interplay of these multi-
disciplinary techniques will shed light on the transformative
impact they have on enzyme biocatalysis. Through collabora-
tive efforts and continuous advancements, the pharmaceutical
industry is on the brink of a new era, one where enzyme
biocatalysis stands as an indispensable cornerstone, shaping
the landscape of pharmaceutical innovation for years to come.

© 2024 The Author(s). Published by the Royal Society of Chemistry
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Looking ahead, for industrial applications, further exploration,
and consideration of additional modifications in biocatalysis
for long-term use, such as enzyme cross-linking,>**> chemical
modification,?** and formulation environment control,?** hold
the potential to revolutionize the efficiency and scalability of
enzyme-driven processes.

5. Conclusions
5.1 Summary

In the ever-evolving realm of pharmaceutical research and
production, the utilization of enzyme biocatalysis stands as a
beacon of innovation and sustainability. Throughout this com-
prehensive exploration, we have emphasized the significance of
enzyme biocatalysis in advancing pharmaceutical applications,
with particular attention to the introduction of multidisciplin-
ary approaches as catalysts for progress. The convergence of
multidisciplinary approaches, encompassing protein engineering,
computational biology, and nanoarchitectonics, has heralded a
new era for enzyme biocatalysis. This interdisciplinary synergy has
proven to be greater than the sum of its parts, unlocking novel
opportunities and redefining the boundaries of what is achievable
in pharmaceutical research and production.

This transformative technology offers a wealth of advan-
tages, from the precision and selectivity of enzyme-catalyzed
reactions to their eco-friendly and sustainable attributes. Sig-
nificant progress lies in the field of computational biology. This
burgeoning field has emerged as a groundbreaking approach
for optimizing enzyme biocatalysis, and its computational
prowess empowers pharmaceutical scientists to optimize drug
candidates, improve pharmacokinetics, and reduce toxicity, all
with a level of precision that was once unimaginable. In the
field of nanoarchitectonics, innovative strategies for enzyme
encapsulation and immobilization within tailor-designed nano-
materials have enhanced enzyme stability and reusability.

5.2 Perspectives

As we conclude this comprehensive review, it is crucial to cast
our gaze towards the future of advanced enzyme biocatalysis in
pharmaceutical applications. There are three key perspectives
that hold immense promise (Fig. 17):

5.2.1 Integration of multiple approaches. The integration
of multidisciplinary approaches, including protein engineer-
ing, computational biology, and nanoarchitectonics, stands as
a fundamental imperative. The multidisciplinary combination
of these approaches, coupled with mutual-feedback-guided
optimization of each facet, will create a synergistic environment
that propels enzyme biocatalysis to unprecedented heights.

5.2.2 Multifunctional integrated systems. The trajectory of
progress in enzyme biocatalysis is expected to include the
emergence of multifunctional systems as a defining feature.
This evolution encompasses the strategic engineering of multi-
ple enzymes in a sequential fashion, mirroring the intricacy of
natural metabolic pathways. Furthermore, the establishment of
systems or cascades that emulate these inherent pathways will
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play a pivotal role in attaining multifunctional enzymatic
capabilities.

5.2.3 Bioprocess optimization. Future strides in enzyme
biocatalysis will prominently feature bioprocess optimization
as a central pillar. Leveraging cutting-edge bioprocess engineering
techniques and embracing continuous flow systems, in situ
separation, enzyme recycling, and other avant-garde methodolo-
gies will fortify the position of enzyme biocatalysis as a vanguard
in sustainable and efficient pharmaceutical production.

In summary, the evolution of enzyme biocatalysis in phar-
maceutical applications continues to unfold. The integration of
multidisciplinary approaches, the advancement of multifunc-
tional systems, and the continued pursuit of bioprocess opti-
mization beckon as uncharted territories brimming with
untapped potential. As researchers embark on this next phase,
their vision encompasses a pharmaceutical domain marked by
heightened speed, sustainability, efficiency, and precision.
Through collaborative efforts and innovative strides, research-
ers are poised to expand the boundaries of what can be
accomplished, confirming enzyme biocatalysis as an indispen-
sable cornerstone of pharmaceutical research and production
for the foreseeable future.
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