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Principles and practice of greener ionic
liquid—nanoparticles biosystems

a

Joanna Feder-Kubis, @2 **® Anna Wirwis, (2 Matgorzata Policht,

Jagpreet Singh 2 € and Ki-Hyun Kim*®

The growing demand for advanced nanomaterials (NMs) has led to the development of safer, cost-
effective, and bio-compliant synthesis methods for the nanoparticles (NPs) in compliance with stringent
quality and environmental standards, particularly in the field of healthcare section. Conventional NPs
preparation methods often fall short in terms of safety and environmental concerns, hindering their com-
patibility with modern biomedicine and biotechnology. In this context, ionic liquids (ILs) can play a pivotal
role in the fabrication of NPs with precise morphologies and bioapplicability. The incorporation of ILs
offers more efficient and environmentally friendly routes for the synthesis of NPs with deliberate control
over their fundamental properties (e.g., in terms of surface morphology, functionalities, dispersibility, and
size distribution). The use of ILs in bioactive NPs is often in line with the principles of green chemistry to
help establish a fundamental strategy for biological applications. Here, a comprehensive review is offered
to describe the perspectives of ILs-NPs (bio)systems with special emphasis on biotechnology and biome-
dicine. The design of useful and applicable ILs-NPs (bio)systems is proposed under the umbrella concept
of green principles. Furthermore, the six principles of green ILs-NPs biosystems are outlined to meet the
requirements of green chemistry. Finally, our discussions are extended to cover research gaps and future
directions of ILs-NPs within the framework of sustainable development. This review highlights the promis-
ing role of ILs in advancing green chemistry practices with regard to the synthesis and application of NPs
for the betterment of biotechnology and biomedicine.

to open up novel technological avenues for diverse applications.
Although these salts have already been employed for the syn-

As one of the most popular areas of contemporary research,
nanotechnology has flourished in multiple disciplines with the
advent of synthesis methods to develop new, cost-effective, and
environmentally friendly nanomaterials (NMs). There have been
numerous quests for highly innovative and effective fabrication
methods for nanoparticles (NPs) to meet quality demands,
especially in biomedical applications. In this regard, ionic
liquids (ILs) have raised hopes as a class of compounds with
high tailorability for specific functions. ILs are low-melting salts
(e.g., below 100 °C) that are composed entirely of ions." They
can serve as alternative media in the preparation of tunable NPs
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thesis of numerous NPs, relatively little is known about their
utility with regard to the production of biologically active
NPs.>” As such, it is very important to adequately describe
IL-NPs systems (ILs and NPs working as a hybrid) in the context
of green chemistry and bioapplications from a sustainable
development perspective. A more in-depth discussion of this
topic is therefore justified, given the potential of such
nanostructures in a broad spectrum of bioapplications.

One of the main aims of this work is to highlight the utility
of ILs in the synthesis of bioactive NPs along with tunable
control of their properties for a wide spectrum of bioapplica-
tions (e.g., production of biomaterials for biomedicine and
biochemical/medical diagnostics) (Scheme 1).

Despite numerous reports made of hybrid ILs-NPs systems to
date, their utility has rarely been examined with respect to bio-
medical applications (cancer diagnosis and therapy,” advanced
nanomedical applications,'® or antiseptic and disinfectant pro-
perties,'" bioapplications,'? and biomedical applications of ILs
with a few examples of ILs-NPs'?). More research efforts are thus
required to promote biomedical applications of hybrid ILs-NPs
systems as marked in green font on the timelines in Fig. 1 and 2.

This journal is © The Royal Society of Chemistry 2024
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Scheme 1 Schematic of the topics covered in this review: comprehensive bioapplications of IL-NPs (bio)system followed by sustainable

development.®~28

The historical timeline in Fig. 1 includes the most important
topics related to the discovery of NPs such as research on their
initial properties and the first instances of their hybrid usage
with ILs. The first report,'* widely recognized as the benchmark
of the nanoscience era, dates back to 1857 when Michael Faraday
reported the presence of metallic colloidal gold NPs in solutions
with different shades of red depending on the light.

The initial attempts to identify nanosilver were traced back
to 1889. During that period, Carey Lea introduced a protocol

for the synthesis of colloidal silver NPs using various salts and
acids with the citrate and ferrous sulfate components as the
stabilizer and reducing agent, respectively.'>'” Interestingly,
the commercial synthesis of silver NPs with a size of 10 nm,
marketed under the name “Collargol”, began in 1897 for
medical purposes, particularly for gynecological and surgical
applications.® Michael Faraday’s revelation of the existence of
gold NPs sparked further investigation to advance synthesis
techniques and to enhance the potential for property manipu-
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Fig. 1 Timeline of first important achievements in the development of NPs and ILs-NPs systems.
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Fig. 2 A short chronological survey of the timeline for IL-NPs milestones in biotechnological applications.

lation. In 1908, Mie*° introduced his theory on the optical pro-
perties of gold NPs to explain the color variations in solutions.
Furthermore, the utilization of plant material was first
reported in 1927 in the form of an extract for the reduction of
metal precursor, when Eiichi Iwase produced dispersoid gold
using fresh plant leaf extracts as a reducing agent.**
Additionally, there are cases where a living plant organism
serves as an environment for the formation of NPs.
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Undoubtedly, a fascinating aspect in the history of metal NPs
synthesis is the use of whole plants or their components as
sources of natural reducing agents. Turkevich and others®
reported in 1951 a methodology of obtaining metal colloids
and the mechanism of their formation based on nucleation
and growth stages. In 2002, Dupont and co-authors'® pre-
sented the initial instance of immobilization transition metal
NPs in an IL containing an imidazolium cation. The first

This journal is © The Royal Society of Chemistry 2024
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experimental evidence for the formation of gold and silver NPs
within the structural components of living plants was pre-
sented by J. L. Gardea-Torresdey and co-authors in 2002 and
2003.”>%° Intensive efforts were made to describe the biologi-
cal applications of ILs-NPs systems with respect to their anti-
cancer activity'® to subsequently encompass antibacterial
therapies.”>*® Fig. 2 depicts the recent progress made in the
biomedical applications of ILs-NPs systems since the year
2012, which covers a range of research areas such as gene
therapy,”” diagnostics for neurodegenerative diseases or dia-
betes,>® X-ray tomography,”® endodontics,®® and anticancer
therapy.®" Certain ILs-NPs were also reported to serve as anti-
bacterial reagents,**** while others contributed to the degra-
dation of pharmaceuticals in the environment.>*

This review has been organized to offer a comprehensive
description of ILs-NPs (bio)systems with particular emphasis
on the greener concepts and techniques. We discuss the
identification and assessment of research gaps in this research
field, which will help stimulate advances in the incorporating
ILs into NPs for the development of highly biologically active
NMs for practical bioapplications, notably in terms of
enhanced biocompatibility and increased bioavailability. The
novelty of this review lies in identifying and highlighting

View Article Online

Tutorial Review

actual instances that can promote the synergistic interactions
between the fabrication of precisely engineered NPs and the
enhancement of their biofunctionality, all within the frame-
work of sustainable development. Thus, this alignment should
thus be indispensable for the effective realization of such bio-
systems. This review is expected to provide a new avenue for
the sustainable development of IL-assisted bioactive NPs in
the field of biotechnology.

2. Design of six principles of IL-NPs
(bio)system

Although nanotechnology has made significant contributions to
various biotechnological sectors, its application in clinical and
biomedical fields has been limited (e.g., due to hazardous side
effects). To develop a strategy for selecting the most suitable
IL-NPs (bio)system as a viable and sustainable solution both for
biological and for many other applications, we formulated six
green principles describing this hybrid system (Scheme 2).

Principle 1: Use targeted IL with properly selected structural
elements to design safe salts that possess desired physico-
chemical properties

( 12 principles of green chemistry h
proposed by Anastas and Warner, 19987
1. Prevention 5. Safer solvents and auxiliaries 9. Catalysis
2. Atom economy . . 6. Design for energy efficiency 10. Design for degradation
3. Less hazardous chemical synthesis 7. Use of renewable feedstocks 11. Real-time analysis for pollution prevention
4. Designing safer chemicals 8. Reduce derivatives 12. Inherently safer chemistry for accident prevention
J
(o = 7 i = N
6 principles of green nanoscience and nanotechnology design 6 principles of green extraction
proposed by Dahl et al., 2007° proposed by Chemat et al., 20121
1. Design of safer nanomaterials 1. Innovation by selection of varieties and use of renewable plant resources
2. Design of reduced environmental impact 2. Use of alternative solvents and principally water or agro-solvents
3. Design of waste reduction 3. Reduce energy consumption by energy recovery and using innovative technology
4. Design of process safety 4. Production of co-products instead of waste to include the bio-and agro-refining industry
5. Design of materials efficiency 5. Reduce unit operations and favor safe, robust and controlled processes Aim for a non
\6. Design for energy efficiency denatured and biodegradable extract without contaminants )
6 principles of green IL-NPs (bio)system
current work
1. Use targeted IL with properly selected structural elements to design safe salts 3. Choose non-(eco)toxic and biodegradable IL
that possess desired physicochemical properties 4. Choose an IL that possesses naturally occurring component
2. Use targeted IL with properly selected production processes to replace those 5. Choose an IL with a confirmed high biological activity
L with high environmental risk 6. Use an IL that serves multiple functions
A guide emphasizing the IMPORTANCE of essential tips for ensuring that the IL-NPs (bio)system is
in accordance with the 12 principles of green chemistry and 6 principles of green IL-NPs (bio)system:
P (0] R T A N Cc E
» P&'ET > OMIT REDUCE TRIPLE AVOID NEVER CAREFULLY  ELIMINATE
Implement  Mark as more Pointoutallthe ~ Omit . Reduceand  Triple or double Avoid elements  Never waste Carefully select Eliminate or
compact, favorable those IL critical technologically o ooaryy functionality of the ~ Of IL structure  energy in the processes that replace all toxic
effective structures that physicochemical ~ complicated and 1 1ona06 aste selected ILis that process of possess the best  substances from
synthetic consist of properties of a multi-stage particularly desirable, simultaneously  obtaining ILs values of the Life  the IL-NPs
strategies for components of given IL thatmay ~manufacturing which will result in the resultinhigh — and IL-NPs Cycle Assessment (bio)system
bothILsand natural originand  affect the desired Processes for presence of less (eco)toxic systems, as well (LCA) as they serve
NPs renewable sources, task to be the production chemical reagents in pgrameters ofg as during the as an essenpal _tool
production  which are widely performed inthe ~ Of ILs and IL- the system, and thus  given salt and its measurements ~ to manage risk in
available around nanosystem, such NPs system possibly less toxic ~ non- of nanoobjects  the realms of

as thermal
properties,
solubility in water,
and viscosity

the world at
relatively low prices

Scheme 2 Principles of green chemistry (GC),” green nanoscience & nanotechnology (GN),® and green extraction (GE),® the

green IL-NPs (bio)system (IL-NPs) and the mnemonic called “importance”.

This journal is © The Royal Society of Chemistry 2024
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The objective is to achieve environmentally ‘safe-and-sus-
tainable-by-design’ (SSbD) as well as biocompatible ionic com-
pounds through the careful combination of suitable cations
and anions in targeted ILs. These salts should possess specific
physicochemical and surface properties to respond to the chal-
lenges posed by NP-assisted substances. To achieve this goal,
key structural elements such as the type of amine core, the
optimal length of the hydrocarbon chain, important structural
linker, and the selection of an appropriate substituent in the
anion part of the intended salt need to be examined.*'

Principle 2: Use targeted IL with properly selected production
processes to replace those with high environmental risk

Strategic process elements for obtaining ILs and IL-NPs
should be considered as alternatives to environmentally unfa-
vorable methods: (i) quantitative measurement of IL process
efficiency through green chemistry matrices as indicators, (ii)
synthesis of ILs under solvent-free conditions or using safe sol-
vents, (iii) atom economy (AE)-based design of IL synthesis to
simplify product purification without a separation step, (iv)
the use of alternative energy sources to reduce overall energy
consumption in IL production and IL-assisted synthesis of
NPs, and (v) a reduction of unit operations. All these oper-
ations can collectively promote safe, robust, and controlled
processes in an economically viable manner and achieve
material efficiency in the production of environmentally
friendly and high-performance IL-NPs (bio)system.

Principle 3: Choose non-(eco)toxic and biodegradable IL

To mitigate the environmental impact of conventionally
used chemicals, an alternative approach is to replace them
with deliberately designed ILs. It is important to evaluate the
potential toxicological and environmental impact of the
chosen salts in order to create advanced and inherently safer
NMs with well-established rules of structure selection.*” For
enhanced biodegradability, these guidelines encompass the
use of cations such as ammonium and pyridinium, moderately
long alkyl chains, and bio-based and alkyl sulfate anions.

Principle 4: Choose an IL that possesses naturally occurring
component

To develop safe IL-NPs (bio)system, especially with low or
negligible toxicity and biodegradability, it is important to con-
sider structural modifications of ILs using derivatives sourced
from natural and renewable materials.”* Incorporation of
various natural moieties (such as amino acids, amino acid
esters, organic acids, alcohols, or sugars) into the desired salt
for safe IL well-suited for the synthesis of IL-NPs with (bio)
functionality. The majority of naturally-derived ILs are syn-
thesized by means of naturally occurring compounds such as
choline, r-carnitine, betaine, and monoterpene-based cations.
Derivatives of fatty acids and carboxylic acids such as acetic or
formic acid are used as the anionic components of ILs.***

Principle 5: Choose an IL with a confirmed high biological
activity

Careful selection of ion pairs with specific biofeatures is
needed to design an advanced and highly selective IL-NPs bio-
system. This approach is important in the context of combat-
ing antibiotic-resistant pathogens or malignant cell lines.

3076 | Green Chem., 2024, 26, 3072-3124
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The specific biological activity of an IL can be determined
by structural modifications (e.g., the type of biomoiety incor-
porated into the cation and/or anion pair, the hydrophilicity of
the molecule, the length of the alkyl chain attached to the cat-
ionic core, and even the presence of polar functional groups).
Recent literature has focused mainly on the synthesis and
characterization active pharmaceutical ingredient (API)-ILs
constructed with biocomponents derived from lidocaine, docu-
sate, ibuprofen, salicylic acid, and alendronic acid."® The
concept of combining the biological activity of NPs with the
bioactivity provided by selected IL can maintain the synergistic
effect of NPs and an IL.>>*®"*° A range of bioactivity of such an
IL-NPs biosystem can be expanded in the control of pathogenic
microorganisms, and a system with dual biological properties
derived from both NPs and ILs may be possible.

Principle 6: Use an IL that serves multiple functions

A combination of appropriate ionic components within an
IL can provide for multifunctionality. A SSbD IL-NPs system
can be constructed by incorporating two or more substituents
with different functions into one of the counterions.’® This
approach promotes green and sustainable practices of IL-NPs
by minimizing the number of required reagents, reducing
waste generation, and ensuring energy efficiency.

In addition to introducing green principles for the IL-NPs
(bio)system, we employ the “importance” mnemonic
(Scheme 2) to delve into various facets of the design and
process treatment that are critical for compliance with sustain-
able development. This mnemonic also ensures that a created
IL-NPs (bio)system is seamlessly aligned with the 12 principles
of green chemistry and the six principles of a green IL-NPs
(bio)system (Scheme 2). We believe that the “importance” we
have presented is crucial to the meticulous construction of the
IL-NPs (bio)system, starting with the design process, with a
special emphasis on the use of environmentally benign
materials. This emphasis further extends to the sustainable
planning of syntheses, the precise selection of chemicals, and
finally to the preparation for industrial implementation.

The six principles for IL-NPs (bio)system presented here are
aligned with the principles of sustainable development and
green chemistry. Our guidelines apply to all three categories of
the major principles such as (i) “12 principles of green chem-
istry” according to Anastas and Warner,” (ii) the “six principles
of green nanoscience and nanotechnology design” according
to Dahl et al.,® and (iii) the “six principles of green extraction”
according to Chemat et al.®

3. Navigating greener
nanotechnology of IL-NPs (bio)system:
“concerns”, “design thinking”, and
“what if” analysis

This chapter explores three aspects of navigating greener nano-

technology of IL-NPs (bio)system. First, it addresses concerns
related to ILs-NPs (bio)systems, emphasizing sustainable and

This journal is © The Royal Society of Chemistry 2024
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responsible nanotechnology practices. Second, it delves into
the “design thinking” approach, providing insights into inno-
vative design strategies for these (bio)systems. Finally, a “what-
if” analysis is conducted based on the existing literature to
explore the most environmentally sustainable ILs-NPs biosystems.

The key questions and directions in this section are related
to the creation of a green IL-NPs (bio)system as follows:

1. What are the specific characteristics of ILs that pose par-
ticular challenges in the development of green nanotechnology
based on IL-NPs (bio)system? How can green chemistry prin-
ciples be applied to effectively address these challenges?

2. What specific characteristics of NPs production strategies
may pose challenges in the development of environmentally
friendly green nanotechnology based on ILs-NPs (bio)systems?
How can green chemistry principles be applied to effectively
address these challenges in the synthesis methods?

3.1. Addressing concerns about IL-NPs (bio)system: towards
sustainable and responsible nanotechnology

In the 21st century, nanotechnology has emerged as a transfor-
mative technology that can respond to societal, environmental,
and planetary challenges. It can help foster cross-disciplinary
collaboration among diverse scientific and engineering com-
munities by exerting positive impacts on key research areas
such as health care, energy, environmental conservation, and
resource management through the development of smart
materials and networked devices.”® Greener nanoscience,
based on principles of green chemistry, aims to maximize the
benefits of nanotechnology while minimizing negative impacts

( POTENTIAL CONCERNS FOR IL-NPs (BIO)SYSTEM )
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on health and the planet. The synthesis and application of
nanostructures should ensure responsible development.

In nanotechnologies, the concerns about health, environ-
mental and economic constraints include, but are not limited
to: (i) the presence of toxic elements and/or solvents as NMs
may contain toxic elements or solvents that pose health and
environmental risks during their production, usage, and dis-
posal, (ii) the generation of waste during the synthesis and
application of NMs could cause pollution and ecological
damage to the environment, (iii) NMs could disrupt ecosys-
tems and affect the food chain through bioaccumulation in
living organisms, (iv) some NMs may remain persistently in
the environment to exert long-term effects due to the lack of
efficient biodegradation pathways, (v) the production of NMs
is not environmentally sustainable because it consumes sig-
nificant quantities of resources, water, and energy, (vi) the
presence of limited or unreliable processes in NMs synthesis
has the potential to hinder the feasibility of large-scale appli-
cations and commercialization, (vii) production of NMs
without adequate plans for end-of-life management (e.g.,
reuse, repurposing, or degradation) may cause waste and
environmental problems, (viii) AE, yield, and techno-economic
analysis (TEA) results in the inadequately improved analysis of
atom economics, yields, and techno-economic aspects may
reduce the cost-effectiveness of the final NM.

Research for the development of ILs-NPs confronts various
concerns that can be grouped into several categories such as
the design of an appropriate IL structure to perform the
intended function(s) (refer to Fig. 3). There are also technical

FUTURE CHALLENGES FOR ADVANCING GREEN
IL-NPs (BIO)SYSTEM

cost- NPs
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energy ion: Developing energy-efficient processes for IL-NPs (bio)system synthesis and
operation to reduce energy consumpllon and associated environmental footprint.
inable use of feedstocks/resources: Strategically utilizing feedstocks and resources in IL synthesis and NPs

production optimizing resource management for long-term sustainability.

IL-NPs (bit for end-of-life management: Incorporating considerations for end-of-life scenarios
such as reuse, repurposing, or degradation into the design of IL-NPs (bio)systems to minimize waste and promote
circularity.

and tech i : Conducting comprehensive life cycle assessments and techno-
economic analyses to evaluate the feasibility and polentlal real-world implementation of green IL-NPs (bio)systems.

Principles 1-6 for IL-NPs
MNEMONIC

ELIMINATION OF TOXIC CHEMICAL REDUCTOR AND
OTHER CHEMICAL AGENTS FOR NPs SYNTHESIS:

« use IL as a metal precursor,

« use IL as a chemical reductor (IL with

W=

. Better waste management.

MULTIFUNCTIONALITY OF IL: o elimination of toxic chemicals from the
o ILserve at least as an process,

agent in the synthesis of waste management,

NPs and as a bioagent, waste risk assessment,

two functions of IL in the reduction of chemicals from the reaction

synthesis of NPs, mixture by using IL as solvent,

two functions of IL in reduction of chemicals from the reaction

bioapplication of IL-NPs mixture by using IL as agent (the best

system. choice: IL with dual function),

use IL with natural, easy biodegradable

.

pyridinium or cholinium cation, citrate anion,
anions based on aminoacids),

use IL as another important agent for NP
synthesis.

Limited number of processes.

Limited toxic chemicals in the systems.

.
.

.

and of low toxicity substituent(s).

i Is
Helping 00! Helping tools ing tools
scalability ‘ i standardization ; —f s Helping 1001
i [ 5
Principles 1,2 and 3 for IL-NPs protocols ; ! and economic
N m\;'g\;’l;;‘wof’ for IL-NPs metrics MNEMONIC
Problems & solutions: Problems & solutions: Problems & solutions:
« complex structure & interaction between IL and NP unclear, « problems with ensuring F bility, reliable and o current IL-NPs systems lack i Iculation and di ion of
o harmful chemicals in small scale are crmcal in large scale quality control, sustainable and economic metrics,
 control over reaction iti . jardization pi Is for IL-NPs: (i) | performance, (i) i o introduce a pp! tha( ically i
o work on ¢ i ], and led-up p and | impact, (iij) human health risk assessment. (iv) process, performance (cost-ef | |
i.e flow-based wet: Y environmental risk assessment. (v) impact on a specific application area. and societal metrics for a holistic understandlng of IL-NPs system impacts.

Fig. 3 Optimal IL-NPs (bio)system: addressing concerns and overcoming challenges for green chemistry integration.
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and engineering concerns related to the conditions and pro-
gress of the synthesis process, such as a range of process-
engineering limitations, operational scalability challenges,
and the lack of techno-economic and life cycle assessments
(LCA). The assessment of the potential adverse effects on the
natural environment or human health is also equally impor-
tant in evaluating the chosen synthesis strategy. All these cat-
egories of concerns are closely related, and an appropriate
approach to address them will enable the development of an
optimal IL-NPs (bio)system that meets both environmental
and functional requirements.

Apart from the aspects of concerns, Fig. 3 also outlines dis-
tinctive challenges associated with troubleshooting for ILs-NPs
as a guide for an optimal IL-NPs (bio)system in alignment with
the principles of green chemistry. To solve the given concerns
and environmental challenges for IL-NPs (bio)system, it is
important to analyze the significance of the following aspects
(Fig. 3), which can be grouped as follow: (i) analysis of the IL
structure includes being non-toxic, readily biodegradable,
having naturally occurring component(s) and being commer-
cially available and economically feasible with the possibility
of performing more than one function. (ii) Suitable processes
are required to obtain IL and IL-NPs (bio)system through an
analysis of (a) the number of unit processes, (b) energy, water,
and resource consumption, (c¢) production and purification
methods, (d) type of equipment required and availability, and
(e) substrate prices and availability for (bio)synthesis. (iii)
Control over NPs morphologies and physicochemical pro-
perties of the obtained IL-NPs system is an issue. (iv) The
mechanisms linking IL and NPs are often presented as prob-
abilities rather than with conclusive evidence. Insufficient
comprehension of the transport and interaction mechanisms
between IL and NPs and target biological structures may lead
to the bioaccumulation of NMs in human tissues and cells,
resulting in damage. (v) Environmental and economic indexes,
standardization protocols and operational scalability are also
important. Relatively little is known in the current literature
about process scalability, LCA, techno-economic consider-
ations, as well as standardization protocols for IL and IL-NPs
(bio)system. (vi) Waste management needs to be addressed by
reducing the generation of hazardous waste during IL syn-
thesis and IL-NPs (bio)system development, which may result
from several factors, including non-compliance with environ-
mental regulations. Finally, in terms of effective resource man-
agement, it is important to develop strategies for the recycling
of wastes generated during IL synthesis and IL-NPs (bio)system
production.

Given the stringent nature of the socio-environmental
requirements, certain parameters, the analysis and effective
management of which have a direct impact on the challenges
for IL-NPs discussed above, warrant special attention. These
parameters are outlined below and are shown in Fig. 3.

3.1.1. Toxic chemicals reduced. Current knowledge in
nanotechnology provides a diverse array of compounds that
form the basis for exploring potential strategies to minimize
reliance on toxic chemicals. When designing the synthesis of
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NPs, a key consideration is to achieve their desired morpho-
logical properties and long-term stability using environmen-
tally friendly stabilizers such as ILs, natural polymers, or sur-
factants. In addition, a reduction in the metal precursor
should be performed by a compound capable of replacing a
toxic chemical-reducing agent. The optimal solution is to
develop an approach where a single compound can perform
multiple roles simultaneously.

The well-designed structure of IL serves a critical success
indicator and prevents the introduction of toxic and difficult-
to-biodegrade chemical compounds into the system. This also
contributes to the replacement of classical chemicals with
high toxicity factors commonly used in NP synthesis. In this
context, our recommendations are consistent with Beil et al
(2021)** on the design of proactive environmentally friendly
ILs (Fig. 3). A properly designed structure, incorporating
additional natural and/or bioactive elements and ensuring the
multifunctionality of this salt, reduces toxic substances in the
system and the number of unit processes and also facilitates
waste management and potential recycling of the IL-based
agent. We encourage researchers to adopt our approach to
structural analysis prior to preparing a targeted IL because it
may be the key to achieving an effective and environmentally
friendly IL-NPs system.

3.1.2. Waste management. Effective waste management in
IL-NPs systems is critical to mitigate adverse environmental
impacts, minimize hazardous chemical synthesis, limit deriva-
tive generation, and promote product reuse and recycling
initiatives. The integration of multifunctional ILs that possess
dual roles as reducing and capping agents or that exhibit mor-
phology-influencing and bioagent properties is a notable
advantage for environmental sustainability. This multifunc-
tionality facilitates the reduction of material usage, waste gene-
ration, and the elimination of synthesis steps. In addition, the
incorporation of renewable raw materials, either as a whole or
as a component of the IL, not only limits waste generation, but
is also consistent with the principles of safer and more sus-
tainable chemical practices. For more details see Fig. 3.

3.1.3. Technological, economic and environmental
metrics. Details on the incorporation of sustainable and econ-
omic metrics is particularly rare in the existing literature about
ILs-NPs systems. We propose here a sustained effort to inte-
grate a more comprehensive set of metric-based method-
ologies and LCA into the study of ILs-NPs (bio)systems. This
approach aims to assess the impact of sustainable chemistry
interventions on different metric categories including process
metrics (such as E-factor, mass/atom efficiency, yield, etc.), per-
formance metrics (including cost and durability), and societal
metrics (related to health and environmental risks) (Fig. 3).

The predominant approach for conducting an environ-
mental impact assessment of (nano)products or processes is
LCA.>®>™* LCA assesses of the environmental impacts of a
given (nano)product or process considering the entire life cycle
of the (nano)product. Conducting LCA for IL-NPs system, sup-
ported by robust data and decision-making tools tailored to
the circular economy is crucial to accurately assess resource

This journal is © The Royal Society of Chemistry 2024
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use and use footprints. This initiative aims to develop tools
based on multi-criteria indices specifically designed to
measure the benefits of transitioning IL-NPs system to the cir-
cular economy. The ultimate goal is to provide established best
practices for management in this context, but first, we rec-
ommend starting analyses of this metric for IL-NPs system.

TEA has gained recent recognition as a methodological
framework that seamlessly integrates technologically-informed
evaluations with economic assessment.>* TEA is still rarely
addressed in the context of NP production. For example,
Wrasman et al. (2022)°° present a solvent distillation-based
protocol that facilitates the recycling of surfactants and sol-
vents in colloidal NP synthesis over more than 10 consecutive
cycles. Through a TEA, the study illustrates the significant
potential of this methodology to significantly reduce solvent-
related costs in the synthesis of colloidal metal NPs. This has
implications for improving its feasibility leading to wider (even
commercial scale) adoption.

Key parameters for TEA calculations are primarily based on
market demand, resource consumption and scalability factors.
TEA inherently includes sensitivity analysis of these key para-
meters and then establishes a framework for economic feasi-
bility that considers resource costs, production cost elements,
and environmental impacts. It is important to note that pro-
duction costs at this stage are very preliminary and provide
initial insights for a sensitivity analysis. Potential solutions
may include heuristic process optimization, use of environ-
mentally friendly IL-NPs-based NMs, and implement efficient
production strategies to improve economic viability. TEA helps
identify cost-effective pathways and guides decision making in
the development and implementation of IL-NP technologies,
particularly at the conceptual and laboratory or bench process
scale, with the ultimate goal of developing a full-scale process.
It is important to recognize that TEA is not intended to replace
a comprehensive economic analysis, which becomes critical
during the optimization phase when process and site invest-
ments are being considered.

There is a scarcity of publications addressing TEA aspects
of IL-NPs systems. Karadaghi et al. (2021)°° used an imidazo-
lium IL, specifically 1-butyl-3-methylimidazolium bis(trifluoro-
methylsulfonyl)imide, as a solvent for the synthesis of plati-
num NPs. They demonstrated that the adopted imidazolium
salt can be recovered and reused in successive reactions, thus
maintaining its potency in both the original and recycled
forms. Recycling of imidazolium-based IL does not affect the
quality of the final product and does not alter the morphology
of NPs. TEA of this synthesis method showed that by recycling
IL, the cost of NPs preparation using an imidazolium-based
salt can be competitive and even potentially lower than that of
the conventional organic solvent 1-octadecene. In other work,
Karadaghi et al. (2023)*” conducted an experimentally-guided
preliminary techno-economic analysis of a model PtNP syn-
thesis using six different ILs as reaction solvents. The study
used a continuous-flow membrane separation system for IL
purification using acidified water—this allowed recycling of
both water-immiscible and water-miscible ILs. Each IL exhibi-
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ted a different bulk price. However, this synthesis-oriented
economic analysis revealed the effects of manipulating the IL
solvent system. These included variations in NP yields and
different solvent recoveries depending on the water miscibility
of the ILs.

3.1.4. Scalability. NM structures are generally more
complex than those of molecular species, resulting in corre-
spondingly complex synthesis processes. The mechanisms
underlying NP synthesis are often unclear, which makes it
difficult to predict reaction outcomes or to design large-scale
syntheses. Some NP syntheses require highly reactive precur-
sors and careful control of reaction conditions including
reagent concentrations, reaction temperatures, and mixing.
The strong dependence on these conditions—combined with a
lack of mechanistic understanding—hinders scaling up pro-
duction beyond the milligram quantities typically required for
basic research. The complexity, unknown construction mecha-
nisms, and scaling challenges distinguish NMs from their
molecular counterparts.®® The literature often presents attrac-
tive examples of NPs synthesis, albeit often involving the use
of harmful chemicals. Unfortunately, the environmental
impact and consumption of these substances—while over-
looked in laboratory research where they are used in small
quantities—become significant concerns in large-scale syn-
thesis.>® Nevertheless, there is real large-scale production of
NPs for industrial applications.®®®" As an illustrative example,
Hyeon’s group has described an ultra-large-scale synthesis of
monodisperse NPs using non-toxic metal salts as precursors.*

When considering the upscaling of ILs-NPs (bio)systems,
the potential for real scale-up seems feasible, although it has
not yet been realized in either a laboratory or industrial
setting. Table S2t provides comprehensive data on the scale of
production of ILs-NPs biosystems. Our calculations indicate
that the most extensive scale achieved for obtaining such
hybrid systems presented here was at the gram scale
(Table S21). There is also a lack of data related to process
upscaling.

3.1.4.1. Scalability perspective for IL-NPs. Large-scale pro-
duction of NMs is challenged by current laboratory syntheses,
which yield limited quantities and suffer from batch-to-batch
variability. These limitations not only hinder the scale-up of
NPs, but also result in inconsistencies in critical properties
such as size and shape.>® Therefore, a critical challenge for the
practical application and industrialization of NPs, but also for
ILs-NPs, is the development of scalable synthesis methods
with a particular emphasis on continuous, automated, and
scale-up processes (Fig. 3). The prospective direction for
achieving large-scale production of NPs leans towards continu-
ous flow-based wet-chemical synthesis under steady-state con-
ditions. This method allows intelligent management of reac-
tant addition, reactant mixing, and simultaneous operation of
multiple reactors. However, implementing continuous syn-
thesis presents challenges including controlling flow rate,
managing surface tension and viscosity, selecting surfactants/
ILs that affect fluid miscibility and residence time, controlling
mixing time and reactant position, and preventing backmixing
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of products with reactants. Current methods for large-scale
production are limited by expensive reagents and stringent
reaction conditions. Continuous flow systems offer a solution
by allowing the recycling of costly solvents and surfactants/ILs
through well-designed separation and purification schemes.
This capability positions continuous flow systems for low-cost
and high-throughput commercial production of various NMs.
We believe that this continuous flow system will also be suit-
able for large-scale production of hybrid ILs-NPs systems.

3.1.5. Standardization. Standardization plays a pivotal role
in ensuring reproducibility, comparability, reliable results, and
quality control in research endeavors for IL-NPs system, as
follows: (i) Reproducibility: Standardized protocols allow
researchers to accurately replicate experiments with precision.
This is critical to establishing the reproducibility of results for
IL-NPs system, thus allowing different research groups to vali-
date findings and contribute to the cumulative body of knowl-
edge. (ii) Comparability: The use of standardized procedures
facilitates the comparison of results between different studies.
It allows for a more robust assessment of the impact of IL-NPs
in bioapplications by ensuring that certain differences in
experimental conditions do not unduly influence the results.
(iii) Reliable results: Healthcare applications require a high
level of reliability in the synthesis of NPs and also IL-NPs
systems. Standardization minimizes variability, thus leading to
more consistent and reliable results. This is particularly impor-
tant when considering the potential translation of these
hybrid systems into clinical settings. (iv) Quality control:
Standardized protocols also provide a basis for implementing
rigorous quality control measures. By establishing a standar-
dized framework, researchers can monitor and assess the
quality of synthesized ILs-NPs (bio)systems, thus further
increasing the overall reliability of the experimental results.

To ensure reproducibility, comparability, and reliable
results and quality control, we have divided the standardiz-
ation protocols for IL-NPs synthesis into five main areas
(Fig. 3): (1) standardization protocol of technical performance
(repeatability of synthesis in terms of efficiency, physico-
chemical properties of IL-NPs system, morphology of nanoob-
jects); (2) standardization protocol of economic and environ-
mental impact (economic metrics, environmental metrics); (3)
standardization protocol of human health risk assessment; (4)
standardization protocol of environmental risk assessment;
and (5) specific (bio)application standardization protocol.
These protocols provide professional standardization for ILs-
NPs (bio)systems and contribute to a comprehensive under-
standing of the criteria for their sustainability assessment.

The success of proper standardization procedures depends
on the precise engineering protocol for IL-NPs, which involves
systematic variation of physicochemical properties and com-
prehensive characterization. Subsequently, it is critical to
subject this precise protocol of IL-NPs to biological evaluation
using a sensitive, high-content, and high-throughput assay.
This assay is designed to improve our understanding of how
both dose-response and uptake-elimination affect nano/bio
interactions.
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By considering these aspects and aligning them with green
chemistry principles, it is possible to pave the way for the con-
struction of more sustainable and efficient ILs-NPs (bio)
systems with reduced environmental impact and enhanced
applicability.

3.2. “Design thinking” approach

The adoption of “design thinking” can be a valuable approach
in finding optimal solutions for the development route of
IL-NPs from design to implementation. The concept “design
thinking” has a rich history dating back to the 1960s and has
been shaped by significant contributions from numerous
researchers. In the 1980s, Peter Rowe published a seminal
paper on “design thinking”®® to emphasize its role as a catalyst
for innovation in product and service development. Over the
past decade, the term “design thinking” has gained wide-
spread popularity, becoming synonymous with a novel
problem-solving approach applicable to any business or
organization.

The traditional flow of “design thinking” consists of the fol-
lowing parts: understand-explore-materialize and phases:
empathize-define-ideate-prototype-test-implement, which is
well in line with our ideology. Fig. 4 illustrates this process
along with corresponding descriptions related to the creation
of an IL-NPs (bio)system according to the principles of green
chemistry.

During the “empathize” phase of the “understand” part,
shown in Fig. 4, the focus is on understanding and identifying
the challenges and needs encountered in nanotechnology, par-
ticularly in the area of NPs applications. Furthermore, this
stage involves exploring the role that IL can play in the prepa-
ration and applications of NPs.

In the “define” phase, the primary focus is on the precise
specification of the specific problems to be solved within the
field of hybrid ILs-NPs. In Fig. 5, we present 4 steps that need
to be considered from the “define” phase through the sub-
sequent phases of the “design thinking” approach to achieve
the target IL-NPs (bio)system.

The “ideate” phase of “explore” part of the “design think-
ing” approach (Fig. 4) encourages the generation of diverse
and innovative design alternatives by exploring a wide range of
concepts and leveraging collective perspectives for IL-NPs bio-
system. The primary goal is to move beyond obvious solutions
and leverage collective perspectives. By acting in the “ideate”
phase, a green nanotechnology strategy can be realized
through the careful selection of appropriate ILs features
(Fig. 6a) and appropriate production methods for NPs
(Fig. 6b).

The primary objective of the “prototype” phase (Fig. 4) is to
synthesize and test a prototype or a series of prototypes in
order to verify all or part of the solutions that were selected in
the previous phases, especially in the “ideate” phase. This
involves the implementation of tangible ILs-NPs (bio)systems
of the proposed solutions to allow the experimentation, vali-
dation, and refinement of the NM production concepts.

This journal is © The Royal Society of Chemistry 2024
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the 'Test' phase for real-world
implementation.

. Arrange the process according to Steps
1-4 of Figure 6.

. Perform an analysis of process
scalability, offer a techno-economic

N

w

assessment (LCA).

. Embrace circular economy principles,
extending to the entire life cycle of IL-
NPs (bio)system.

. Promote recycling and responsible
waste management.
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1. Synthesis and test prototypes to assess

chosen solutions from the 'ldeate’ phase.

2. Generate tangible ILs-NPs systems based on
proposed solutions to enable experimentation,
validation, and refinement of NM production
concepts.

. An iterative process allows for fine-tuning of
NM properties and production methods.
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EMPATHIZE D

. Prepare the selected IL-NPs system from 1- Gain an in-depth understanding of the
challenges and the necessity of

nanotechnology for achieving
sustainable development goals.
2. Recognize the intricacies and
difficulties connected with IL-NPs in
bioapplications.
Conduct an in-depth examination of
experiments already conducted in
other studies to pinpoint issues and
research gaps.

1. Identify and select the most promising DESIGN THINKING 1 Dei”:yg;zna”mary goal for a specific IL-
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and gather feedback for enhancement. goal (Figure 5).
3. Promote short-cycle innovation,
ongoing development and optimization e
of the IL-NPs system.
IDEATE
A 1. Generate innovative and radical design
Il alternatives.
(5 2. Explore a wide array of concepts and potential

w

. Facilitate the development of an
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O
Y,
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O
e

outcomes, avoiding a narrow focus (mode of
‘flaring’).

. Go beyond obvious solutions and leverage

collective viewpoints.

environmentally friendly nanotechnolog
strategy by thoughtfully selecting
features of ILs (refer to Figure 6a
and NPs production methods

Fig. 4

In the “test” phase of the “materialize” part, the primary
objective is to identify and select the most promising IL-NPs
biosystem(s) that have been synthesized and tested in the “pro-
totype” phase. The focus is on evaluating the completed
IL-NPs (bio)system with positive functionality, at least at the
laboratory scale, and to gather valuable feedback for further
improvement.

In the “implement” phase, the selected IL-NPs (bio)system
from the previous “test” phase is prepared for the real-world
implementation.

3.3. Prospects for greener nanotechnology of IL-NPs (bio)
system - “what if” analysis

In conducting a comprehensive “what-if” analysis for the
IL-NPs (bio)system, several scenarios were explored, each envi-
sioning different applications and outcomes of ILs in NPs
syntheses and applications. Table 1 serves as a detailed
description of these scenarios, highlighting the critical para-

This journal is © The Royal Society of Chemistry 2024

(refer to Figure 6b).

EXPLORE

“Design thinking” approach for greening nanotechnology of IL-NPs (bio)system.

meters that influence the environmental sustainability of
nanotechnology applications of IL-NPs. The “what-if” analysis
presented here provides a framework for informed decision
making, emphasizing the complex interplay between scientific
advancement, environmental responsibility, and economic via-
bility in the field of nanotechnology.

4.

The application of IL-assisted synthesis of NPs is crucial
because IL can play a multifaceted role, ensuring precise
control over crucial factors such as morphology, size, and
agglomeration. This is of great importance for the successful
implementation of nanobiotechnology applications.

The key questions and directions towards the creation of a
green ionic liquid-nanoparticles (bio)system are described in
this section as follows:

IL-assisted synthesis of NPs
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TARGET: To attain the optimal IL-NPs biosystem in the light of sustainable development

( RULES TO BE FOLLOWED )

/." ( 12 principles of green chemistry7)

’( 6 principles of green nanoscience & nanotechnology design® )

’ (6 principles of green IL-NPs (bio)system )

( STEPS TOENSURE SUCCESS )

o IL and/or other agents can have
a double or triple role

« IL and/or other agents can serve
as the foundation for other ILs-NPs

« biocompatible and effective action
of the agents

safe and sustainable by design

consideration of the availability and cost of

each substrates

utilizing a small number of unit processes
utilizing mild conditions of each process
maximizing the reduction of energy consumption

minimizing waste
STEP 4

ENSURING COMPLIANCE OF IL-NPs
(BIO)SYSTEM WITH GREEN RULES

« introducing non-toxic IL and other
agents into the system

INTRODUCTION OF
TARGETED (BIO)FUNCTION

e ensuring the regularity of « introducing easily biodegradable IL oMIT

the morphology of and other agents into the system

nanoobjects
« ensuring prolonged NPs STEP 2

stability REDUCE
« controlling the quantity of

rechicirig agent ENSURING ENVIRONMENTAL
« ensuring the appropriate PROFILE OF NPs

shape and size (not larger ‘\

than 100 nm); TR TRIPLE
o ensuring the absence of

agglomeration and A

sedimentation STEP 1 Fommm e,

TRIPLE i Principles 4, 5and 6 : NEVER
DETERMINATION OF . Of6IL-NPs
APPROPRIATE NPs MORPHOLOGY o ° °
V AVOID CAREFULLY
i Principles 1 and 2
ELIMINATE of 6 IL-NPs
Principle 3
of 6 IL-NPs

Type of rules from 6 principles of green IL-NPs (bio)system and IMPORTANCE for each step

Fig. 5 Steps to be followed to obtain targeted IL-NPs (bio)system in light of sustainable development.

1. The selection of the key IL structural components and
processes to create an IL-NPs system should be consistent
with the 12 principles of green chemistry and our proposed
six principles of the IL-NPs (bio)system to ensure consistency
with sustainable development and future implementation
considerations.

2. Do certain characteristics of an IL ensure its substantial
role in NPs synthesis while being consistent with sustainability
goals, and can these characteristics be replicated in future
systems?

Worldwide problems associated with environmental con-
tamination, especially high energy consumption and the use
of large amounts of hazardous organic solvents, are driving
the need for “greener” and more environmentally friendly pro-
cesses in chemistry and chemical engineering. Collins’ pio-
neering work in the early 1990s®* introduced the term “green
chemistry”. It led industry and laboratories to a new initiative

3082 | Green Chem., 2024, 26, 3072-3124

that supported and promoted the importance of sustainability
in the design of both processes and products. Anastas and
Warnersoon delineated the currently well-known 12 principles
of green chemistry with a broad description that facilitated the
determination of the usefulness and importance to the world
of the innovative concept given by Collins. Since then, che-
mists and chemical engineers have been developing less hazar-
dous chemical syntheses to achieve these goals. Materials pro-
duced by environmentally friendly and biocompatible reagents
could significantly reduce the toxicity of the final materials
and the negative environmental impact of the by-products and
various wastes. Subsequently, these principles have become
the subject of intense consideration in the context of various
usable materials, including NMs. The appropriate develop-
ment of methods for the production of NPs is of enormous
importance. UV irradiation, laser ablation, ultrasonication,
aerosol technologies, lithography, and photochemical

This journal is © The Royal Society of Chemistry 2024
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[ GREENING NANOTECHNOLOGY OF IL-NPs BIOSYSTEM ]
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Fig. 6 Key IL and NPs features impacting the “ideate” phase of the “design thinking” approach.

reduction methods are well recognized, high-quality tech-
niques for the effective production of NPs; however, they
remain costly and involve the use of hazardous substances.
Hence, there is a great need to develop environmentally
friendly methods for the fabrication of NPs that achieve the
principles of green chemistry. Various solutions have been pro-
posed on that account, such as the use of non-toxic or rela-
tively low-toxic solvents (preferably water), “greener” pro-
duction techniques without contact with reaction media and
air (among others: ultrasound, microwave (MW), magnetic,
hydrothermal, biological methods), closed reactor systems,
and reduction of energy consumption in the processes by
applying low temperatures of each unit process. The pro-
duction of metal, metal oxide, and salt NPs via relatively
greener routes can also involve plant extracts®® and other
natural products. This approach has become increasing impor-
tant and has been a focus of research for several years, making
it a very promising area of nanotechnology.

Another alternative to the production of NPs in accordance
with the green rules is the implementation of ILs into these

This journal is © The Royal Society of Chemistry 2024

nanosystems. ILs have been widely described in many scienti-
fic papers as green solvents®®®” and as compounds with
green components designed for targeted functionality.®®"°
The utilization of ILs in the synthesis of NPs is highly ben-
eficial and can often increase the efficiency of the process of
obtaining them and/or significantly influence the structure of
the intended nanoobjects. The physicochemical properties of
ILs, which include parameters such as melting and decompo-
sition temperatures, polarity, density, transport properties,
surface and interfacial tensions, and surface activity, exert a
significant influence on the properties of NPs.”" Together,
these parameters dictate the interactions and behaviors that
govern NP synthesis and morphology in the IL environment,
as broadly described in ESI (see paragraph S37). The morpho-
logical improvements in the modern NPs (e.g., in terms of
shape, size, surface charge, and limited agglomeration) have
helped to further expand their bioapplications through the
precise fabrication of tunable NPs using ILs (Fig. 7). ILs can
be used during and after the synthesis of NPs as stabilizing
agents,”””’>”7* templates,”® reducing agents,”®”® functionaliz-
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The potent role(s) of ILs in the synthesis of NPs has been
widely recognized in the literature. A detailed discussion of
the importance, often versatile function of ILs is provided in
the ESI (see paragraph S17t). The IL-assisted role provided in
NPs synthesis also determines various molecular interactions
between ILs and NPs and sheds light on the complexity of the
involvement of these ionic compounds in nanoobject pro-
duction. Furthermore, several mechanisms describe the
stabilization of NPs by IL incorporation, a visual representa-
tion of which is shown in Fig. S1.f Given the paramount
importance of size and shape control achieved by IL-assisted
NP synthesis in ensuring NP stability, a detailed description
of these phenomena is provided in the ESI, specifically in
section S3.F

Due to the many positive and promising results in this
manner, scientists have extensively studied the role of ILs in
the fabrication of NPs with tunable morphology based on the
IL-assisted synthesis for the assembly of functionalized and
highly specialized Nps.”"*°™°

ILs offer many possibilities when employed for the syn-
thesis of NPs. Table 2 shows that ILs can have a significant
impact on the production of targeted NPs, regardless of the
synthesis method, chemical composition, or degree of com-
plexity of the reaction system.

Although there are good examples of successful industrial
implementations of NPs, further research on the application
of these nanotechnologies according to the rules of sustain-
able development is still needed. For this reason, several
major challenges must be addressed, including how to
assemble nanoobjects into macroscale structures with high
accuracy, how to control the performance of NPs, how to
optimize the process of their fabrication, and how to
produce them cost-effectively while maintaining high
efficiency. Some of these tasks for NPs scale-up and develop-
ment of industrial applications could be facilitated by ILs
without contravening sustainable development requirements
presented in Table 2.
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5. Bioapplication of IL-NPs hybrid
system

This section provides an in-depth exploration of scientific
research related to ILs-NPs systems with recognizable biologi-
cal properties. It highlights notable examples from the litera-
ture that demonstrate their potential applications in various
fields of biotechnology and medicine. Special emphasis is
placed on those examples that show the most promise for prac-
tical implementation, both in terms of functionality and
environmental impact.

The key questions and directions in this section towards
the creation of green ionic liquid—-nanoparticles biosystem are
as follows:

1. The structure of the IL should affect both the mor-
phology of the tested nanoobjects and the type of bioapplica-
tion of the IL-NPs biosystem and must comply with the 12
principles of green chemistry and our proposed six principles
of the IL-NPs (bio)system.

2. What are the benefits of an IL with bioactive properties
in the context of using these biofunctions for the IL-NPs bio-
system? Does the biologically active IL give clear advantages to
this hybrid system compared to NPs formed without IL or with
IL but not having biological features?

3. Is it possible to distinguish types of bioactive ILs that will
guarantee their significant contribution to the biofunctionality
of ILs-NPs biosystems while meeting the requirements of sus-
tainable development? Can these ILs also be incorporated into
other biosystems and scaled-up systems?

Metal-based NPs such as silver, copper, or gold NPs are
among the most extensively used NMs because of their out-
standing bactericidal and bacteriostatic properties. These
metal-based nanoobjects are effective against numerous patho-
gens, including multidrug-resistant bacterial strains such as
methicillin-resistant Staphylococcus aureus.'**™'* While the
precise mechanism of toxicity of metallic NPs towards bacteria
remains under discussion, the most plausible modes of their
action are: (i) generation of reactive oxygen species such as
H,0,, 'OH, and 'O,” that damage cellular structures and
disrupt the cell’s biological processes, (ii) interactions with the
cell membrane to which NPs adhere to cause changes in its
permeability and transport properties, and (iii) entry of
released metal ions into the cell and their binding to bio-
molecules (typically DNA or proteins), which inhibits cellular
processes.' 11

Metal-based NPs act non-specifically (i.e., they do not bind
exclusively to specific receptors), which explains their wide
activity spectrum. Therefore, metallic NPs are commonly used
in the manufacture of wound dressings,"'®'"” pharmaceuti-
cals,"'® crop protection products,''® disinfectants,'*® and other
antimicrobial agents."*"'** In addition to their antibacterial
properties, certain metallic NPs also exhibit other useful fea-
tures including anti-inflammatory (e.g., AgNPs), antifungal
(e.g., CuNPs), antitumor (e.g., AuNPs), and anti-diabetic (e.g.,
ZnONPs)''*12? effects.

This journal is © The Royal Society of Chemistry 2024
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The requirements for the functional properties of a given
NM vary depending on its intended use. In biology and medi-
cine, in addition to the ability to interact with selected biologi-
cal systems, NPs should also be biocompatible, selective
towards target biostructures, degradable in a controlled
manner, stable in biologically relevant media (e.g., blood
plasma, cell culture media, high ionic strength buffers,
protein-rich media), and have low or no toxicity to non-target
biostructures at intended doses."**

While the use of metal NPs in medicine and related bio-
technological fields holds great promise, there is also justified
concerns about their biocompatibility and toxicity. Legal regu-
lations differ greatly in the context of a region.'*® For example,
in the European Union, the European Medicines Agency (EMA)
is responsible for ensuring safety and controlling the quality of
newly introduced medicines, including those containing metal
NPs. In the United States, the Food and Drug Administration
(FDA) controls the nanomedicine market, while other parts of
the world are implementing their own regulations. These
agencies and institutions do not have a common standpoint
on this issue.

Regulatory aspects and challenges regarding the introduc-
tion of nanomedicines into clinical practice were summarized
and discussed by Foulkes et al.'*® starting from (i) the lack of a
unified set of global regulations, (ii) different definitions and
classifications of NMs around the world, and (iii) the use of
safety data for bulk materials as a comparison for nanomedi-
cines (which is not representative due to different pharmacoki-
netic and pharmacodynamic activities), through biological
concerns such as (iv) increased permeation and mobility
(leading to crossing a blood-brain barrier crossing by smaller
particles), (iv) genotoxicity, (v) accumulation of NPs in the
organs, (vi) problems in comparing the in vitro tests of nano-
toxicology due to the complex nature of an organism, ending
with problems of (vii) stability of nanomedicines when their
manufacturing is scaled up and (viii) possible environmental
impact.

In parallel, the application of ILs in medicine requires
careful consideration of crucial factors. Key among these con-
siderations are (i) the toxicity and biocompatibility of ILs, (ii)
establishing safe dosage levels for ILs when used as main APIs
or as additives to other drugs, including nanodrugs. In
addition, (iii) research into the detailed mechanism of action
is essential for a full understanding of the potential appli-
cations of ILs in medicine."?®"'*” These factors collectively help
to shape the design of ILs integration into medical practice,
consistent with the broader challenges and regulatory frame-
works discussed in the context of nanomedicines.

Biocompatibility is a crucial aspect to consider when
designing novel ILs-NPs systems—especially for medical appli-
cations. Both NPs and ILs can interact with biological systems
in a variety of ways, and thus it is important to ensure that
they do not cause adverse effects in living organisms. There
are several key aspects to consider here: (i) material compo-
sition of NPs. Composition includes the type of the metal/
metal oxide core and depends on preferred properties, low tox-
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icity, and compatibility with biological media. Noble metals
such as gold and silver are preferred. (ii) NP morphology and
surface characteristics. Larger metal NPs are more toxic than
smaller ones. The regularity of NP shape ensures their hom-
ogenous properties and action. The interaction of NPs with
different biological structures can also be affected by their
surface charge; therefore, neutral or slightly negative values of
surface charge of metal NPs are preferred. (iii) Stability in bio-
logical media. Besides being stable in water dispersion under
controlled, laboratory conditions, the IL-NPs system should
also be prone to aggregation and sedimentation in buffer solu-
tions similar to biological fluids such as blood, plasma, gastric
fluid or lymph. Each of these solvents has its specific chemical
composition, pH, ionic strength, etc., and IL-NPs should thus
be designed to retain their properties in these media. (iv)
Solubility in water and biological media. ILs-NPs systems that
act in biological systems must be highly soluble in biological
fluids. Poor solubility directly affects the NPs’ tendency to
aggregate and reduces their efficacy. (v) Immunogenicity. Like
any other drug or agent introduced into an organism, IL-NPs
should not induce an unwanted response from the immune
system, such as inflammation. This can be ensured by using
biocompatible ILs with anions of biological origin, e.g. deriva-
tives of amino acids or sugars, as well as by modifying or func-
tionalizing the NPs surface with an IL of appropriate structure.
(vi) Interaction with macromolecules. Any possible correlation
of the introduced IL-NPs system with structures such as pro-
teins and enzymes should be considered and tested. (vii)
Cellular uptake and distribution. One should ask how the
IL-NPs system is taken up by cells and distributed within
tissues? (viii) Toxicity and cytotoxicity studies. This includes
the effect of the IL-NPs system on organs, tissues, and overall
physiological functions. (ix) Degradation pathway. One should
determine the conditions under which the IL-NPs system
degrades as well as the by-products. Safety and toxicity of the
by-products should be assessed. Applying such considerations
along with detailed testing of the biological properties of the
IL-NPs system can ensure its proper and safe application.

The translational advancement of the IL-NPs biosystem
towards clinical applications requires the innovation of safe,
straightforward, environmentally sustainable, and economi-
cally viable methodologies for the synthesis of specific entities
including hybrid systems. It also requires a comprehensive
understanding of the physicochemical intricacies involved.
This includes a thorough exploration of the in vitro and in vivo
effects, biodistribution patterns, safety control mechanisms,
and pharmacokinetic and pharmacodynamic properties
inherent to the IL-NP biosystem.

Table 3 shows that ILs can be involved in the production of
a wide variety of bioactive NPs that meet at least some of the
requirements for use in biomedical areas. A comparison
between conventional NPs fabrication routes and IL-mediated
processes demonstrates the significant advantages offered by
ILs in terms of physicochemical and biological properties, in
line with the principles of green chemistry. Numerous interde-
pendent factors describe the influence of ILs on the mor-

This journal is © The Royal Society of Chemistry 2024
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lonic liquid features for meeting the requirements for bioapplicable nanoparticles in light of sustainable development

Type of requirements to
achieve bioactive NPs

Agreement between IL and
requirements for bioactive NPs

Relevant green
nanoscience & IL-NPs (bio)
nanotechnology system rules
design rules (GN)’  (IL-NPs)®

Relevant green
Relevant green
chemistry

rules (GC)* Ref.

Stability in biologically-relevant
media
(steric, electrostatic, etc.)

- The stabilizing properties of an IL can be

tuned to a medium of choice
Preferentially small size

- IL is capable of stabilizing NPs in different 4 1 1 76
media through a number of mechanisms

1,2 1 99

- IL was reported to favor the formation of 4 1 1 76

smaller particles (particularly metal NPs)

because of its low surface tension

- IL can effectively stabilize nanodispersions, 4 1 1 71
thus preventing agglomeration and growth of

NPs
No susceptibility to unintended
protein adsorption (formation of
so-called proteincorona)

a low ability to solvate proteins (e.g.,

adsorption
Controllable degradability in

biological settings retain their biodegradability

- NPs can be surface modified with IL having 10 2 1

- NPs synthesized or functionalized using IL 10 2 3

128

cholinium hexenoate) to prevent protein

128

- It is possible to use biodegradable IL, e.g., 10 2 3 78
when the IL is bound to NPs or to address
concerns regarding IL residues in the final

product
High biocompatibility and non-
toxic (or minimally toxic) to non-
target biostructures

biological action

- IL may serve as coatings (either biologically

active or inert), preventing NPs from

- IL can be used to modify the properties of
synthesized NPs (morphology, surface charge,
size, etc.) and consequently alter their

4,5,10 1,2,3,4,5 1,4,5,6 129

1,4,5,6 128

unintended interactions with biostructures

- Biocompatible IL (e.g., amino acid-derived)

can be used for protective coatings
Susceptibility to functionalization
with IL depending on their chemical

- NPs can be functionalized in multiple ways 5

128

composition. An IL can be incorporated into
the core of NPs or can be covalently grafted or
physically adsorbed onto the NPs surface

- IL may serve as a solvent for

1,2 71

functionalization procedures and facilitate

ongoing chemical reactions
Ability to target (passively or
actively) specific biostructures ligands for specific recognition of

biostructures

- IL bound to the surface of NPs may serve as 10 2 1 96

“ principles of green chemistry” (GC). ” Green nanoscience & nanotechnology® (GN). “ The current review principles of green IL-NPs (bio)system

(IL-NPs). Details for “*° are given in Scheme 2.

phology of NPs. Additionally, environmental and economic
aspects should be carefully considered to minimize the nega-
tive impact on the environment, reduce energy consumption,
and lower process costs. Current research efforts should be
directed towards the development of multifunctional ionic
compounds that both modify the surface of NPs and exhibit
effective biological or therapeutic activity. The introduction of
derivatives of natural components into the structure of IL
(especially those with confirmed biological activity) in the
cation, anion, or ideally in both components of the IL, would
decrease (eco)toxicity and ensure biodegradability, biocompat-
ibility, and significant bioactivity of the proposed IL-NPs
biosystem.

Fig. 8a-e show a few excellent examples that we have
selected from the literature to illustrate ILs-NPs biosystems,

This journal is © The Royal Society of Chemistry 2024

where ILs play a crucial role in enhancing the biological func-
tionality of specific types of NPs. We have conducted a detailed
study of these selected examples to assess whether the struc-
tural characteristics of the salts chosen for experimentation,
along with the process conditions used to obtain the hybrid
system, are in line with the recommendations for promoting
an environmentally sustainable approach.

Fig. 8a shows the antibacterial effect of IL-ZnONPs, which
were tested as an alternative to surgical treatment of post-
operative infections caused by nosocomial bacteria.*® Two ILs
were used to achieve high dispersibility of ZnONPs: 1-butyl-3-
methylimidazolium chloride and cholinium acetate. A struc-
tural comparison is difficult due to the use of two ILs
with fundamentally different structures, both with different
ammonium backbones and containing other anions. However,

Green Chem., 2024, 26, 3072-3124 | 3091
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Fig. 8 Biomedical application of IL-NPs system,2934-35:46.130

it is evident that imidazolium salts have a much higher (eco)
toxicity than cholinium salts or (more generally) salts with an
aliphatic group head.*” Therefore, the higher toxicity towards
pathogenic microorganisms seems obvious in this case.
However, when considering green principles for IL-NPs, the
choice of choline salt is more environmentally friendly and
safer (the principle 3 for IL-NPs). The presented synthetic
route has several advantages, including the use of readily avail-
able and cost-effective zinc precursors, and the ability to
conduct the process under ambient conditions. Attention is
drawn to the multi-stage nature of the process in the case of
the formed IL-NPs biosystem. Centrifugation can cause
agglomeration of NPs, thereby affecting their stability and
increasing the energy input required for the process.'!
Furthermore, it is worth noting that the use of vacuum drying
in the subsequent step of the procedure results in significant
energy consumption.>® In the process of obtaining NPs, we rec-
ommend replacing the proposed solvent, methanol, with a less
toxic alternative such as ethanol. The authors employed ILs
after the synthesis of ZnONPs to enhance the dispersion of
nanoobjects and as stabilizers before measuring the anti-
microbial efficiency. We wonder whether it would be feasible,
within this specific methodology, to introduce each IL directly
into the synthesis of NPs, as this technique could reduce the
number of synthesis steps (according to the principles 2 of
IL-NPs). However, such an approach may have a high impact
on the formation and morphology of the nanoobjects due to
the influence of the ionic compound. In their work, the
authors reported better antimicrobial efficiency in the case of
imidazolium-based IL-ZnONPs compared to cholinium-based
IL-ZnONPs, attributing this to the inherently superior antibac-
terial efficacy of imidazolium IL. They also highlighted that

3092 | Green Chem., 2024, 26, 3072-3124

the better dispersion of ZnONPs in imidazolium-based salt led
to improved surface interactions of the NPs, which subjected
the bacteria to mechanical stress. Furthermore, the Im-
IL-ZnONPs system exhibited better biocompatibility with skin
cells, specifically human keratinocytes, as well as under cocul-
ture conditions. However, it remains unknown whether similar
results of excellent dispersion of ZnONPs and antimicrobial
effectiveness could be achieved through ionic compounds
such as cholinium salts (which are environmentally neutral)
by introducing appropriate structural modifications, such as
replacing one of the methyl groups with a long alkyl chain or
introducing a highly bioactive anion.

NPs have also found application in the degradation of drug
waste in water reservoirs, as illustrated in Fig. 8b.>* Shape-con-
trolled Cu,ONPs were synthesized using 1-butyl-3-methyl-
imidazolium bromide, and these nanoobjects exhibited good
stability. The IL-Cu,ONPs system demonstrated effective degra-
dation of diclofenac drugs over a wide pH range. Considering
the organic salt chosen by the authors, it is important to
explore the applicability of another salt that is equally effective
but easily biodegradable, which will be in the line with the
principle 3 of IL-NPs green rules. In this regard, we believe it
would be worthwhile to investigate ILs with fully mineralizable
cation head groups, such as aliphatic alicyclic, or cyclic cations
with bio-based or alkyl sulfates anions.**> Other aspects related
to green principles should also be considered in terms of the
choice of a process and the choice of reagents (according to
the principle 2 of IL-NPs). For instance, the synthesis of
IL-Cu,ONPs involves several steps, including centrifugation
and drying, which are performed at a relatively high tempera-
ture of 80 °C. We suggest exploring the use of alternative
energy sources, such as ultrasounds, which would reduce

This journal is © The Royal Society of Chemistry 2024
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energy consumption, lower the reaction temperature, and
increase the reaction rate.>

Fig. 8c graphically describes the use of IL-AgNPs biosystem
for the preparation of materials with which blood vessels are
reconstructed, with the expectation of accelerating the
healing of fractures, such as those of the femur.?®> The syn-
thesis of AgNPs was performed using a MW-hydrothermal
method employing 1-dodecyl-3-methylimidazolium chloride
and an aqueous solution of sodium borohydride.
Considering 12 principles of green chemistry and six prin-
ciples of IL-NPs system, alternatives to both of these toxic
chemicals should be explored. It is important to note that
besides the known toxicity of NaBH,, the imidazolium cation
is also recognized as one of the most (eco)toxic cation head-
groups among ILs.*> Therefore, it is crucial to make efforts to
replace both of these compounds, which will be in the line
with the principles 1 and 3 of IL-NPs. It may be possible to
replace both chemicals with a single IL that can effectively
support the synthesis of AgNPs, thereby eliminating the need
for an additional reducing agent (according to the principle 6
of IL-NPs). In this context, we suggest testing morpholinium
and cholinium ILs, which are recognized as having low (eco)
toxicity compared to others. Additionally, we propose to
modify the structure of the selected IL from these proposed
ILs and incorporate a special group that can be a reducing
agent for NPs.””””® Additionally, the production of AgNPs was
carried out through a combination of MW heating and the
hydrothermal method. While MW heating enhances the reac-
tion efficiency and rate, it makes process control and scale-up
difficult, making ultrasound a potentially better alternative.
The increase in energy consumption is noticeable during the
isolation of NPs from the aqueous medium through centrifu-
gation. This may lead to the formation of agglomerates.
Furthermore, drying (which occurs at elevated temperatures
for a relatively long duration) can also contribute to
agglomeration.

It has been determined that carefully selected IL-NPs bio-
system can be used as contrast agents in medical imaging?’
employing a particularly environmentally friendly approach
(Fig. 8d). Notably, AuNPs were synthesized using glucosammo-
nium formate as a non-toxic reducing agent and arabic gum as
a coating agent, which aligns with the principles 1 and 3 of
IL-NPs. The choice of these chemical compounds highlights
their environmental friendliness, setting this IL-NPs biosystem
apart from the cases previously discussed in relation to Fig. 8,
which often fall short in terms of ecological considerations.
The mild reaction conditions, including a temperature of
60 °C and a short reaction time of 5-20 min are also com-
mendable. However, further efforts should be made to reduce
the reaction temperature, for instance, by incorporating ultra-
sound-assisted techniques.

It is being explored whether ILs-NPs systems can support
the treatment and diagnosis of lifestyle-related diseases, which
are increasing. The IL-TiO,NPs system can act as a detector of
acetone in diabetes urine by dispersing the previously
obtained TiO,NPs in 1-H-3-methylimidazolium acetate

This journal is © The Royal Society of Chemistry 2024
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(Fig. 8e)."*° The IL chosen by the authors is a protic ionic
liquid (PIL) and exhibits aromaticity in both the imidazolium
cation and carboxylate anion. This aromaticity helps to create
an electron-rich conductive environment that facilitates the
reaction, unlike non-aromatic PILs, which lack such resonance
structures. Furthermore, PILs are preferred over aprotic ILs
due to the suspected involvement of the PIL proton in the
generation of free radicals when TiO,NPs are present. These
free radicals are believed to initiate the reaction between eosin
dye and acetone, which justifies using this specifically
designed PIL for the intended task. However, the hydrothermal
procedure proposed by the authors for TiO,NPs preparation
necessitates the use of high temperatures, which is an undesir-
able feature of green syntheses. This approach requires a sig-
nificant amount of energy, which violates the 6™ principle of
green chemistry.” The subsequent calcination stage further
demands a significant amount of energy and the use of
additional equipment (i.e., a furnace).”®

Tables 4 and 5 in this study are based on the same
examples, highlighting the diverse applications of NPs in
various fields of biotechnology and medicine with the assist-
ance of ILs. Specifically, Table 4 shows the structure and
preparation methods of ILs utilized in the greening nano-
technology of the IL-NPs biosystem, while Table 5 provides
insights into the types of NPs production methods employed
for the same purpose.

5.1. Bioactive metal-based NPs supported by IL

5.1. 1.IL-gold NPs biosystem. Nanogold is commonly used
for biological and medical purposes including biosensors,'*>
drug delivery systems,"*®'” and diagnostic imaging"*®
because it is highly biocompatible, inert, and easily decorated
with biomolecules. Its fabrication is typically based on the
chemical reduction of chloroauric acid to gold atoms followed
by the growth of metal nuclei. Although some standard experi-
mental protocols for IL-assisted synthesis have already been
established, reports of new or improved methods continue to
appear in the literature.>”*'* A procedure to produce hydro-
philic IL-coated AuNPs as vectors in gene therapy has also
been proposed (Tables 4, 5 and Fig. 2).”” A selected IL is based
on the biocompatible tryptophan anion (with a reducing func-
tionality) and the imidazolium cation (with high DNA-binding
affinity). These act simultaneously as reducing, capping, and
functionalizing agents. The resulting NPs exhibit high stability
in a biological assay medium due to the tryptophan in the pro-
tective shell that the IL forms around the NPs. A detailed
description of the formation of the stabilizing layer by IL on
the NPs surface has been described and graphically illustrated
using Fig. S1c in ESL{

Biologically stable AuNPs were proposed as novel Au-based
contrast agents for X-ray computed tomography (Fig. 2 and
8d).>> An ammonium IL with formate anion (a type of
p-glucosamine derivative) was used to reduce gold ions, result-
ing in precipitation. Gum arabic can improve dispersibility
when applied as a capping agent. The shapes and sizes of the
AuNPs were strongly dependent on the amount of the capping

Green Chem., 2024, 26, 3072-3124 | 3093
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(i) the smallest

production scale of NPs involved the use of 0.34 mg (ref. 28) of metal precursor and 0.4 mg (ref. 28) or 0.3 mL (ref. 135) of an IL; (ii) the largest production scale of NPs also employed 3.4 g (ref. 136) of metal precursor
and 100 mg (ref. 23) or 30 mL (ref. 48) of an IL.

The scale of the processes described in Table 5 (amount of metal precursor and IL used) is detailed in the ESI, Table S2.} In general, the processes fell within the following numerical ranges:
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agent in the solution. AuNPs prepared in this way had no cyto-
toxicity to human hepatocyte cells and formed stable disper-
sions in a NaCl solution, phosphate buffer, and human blood
serum. These AuNPs had a higher X-ray absorption capability
than commercial iodine-based contrast media. The sheath
from gum arabic prevented absorption of standard test pro-
teins (human and bovine serum albumin) on their surface,
thus allowing the contrast agents to pass through the body
unmodified. Importantly, both IL and gum arabic are biocom-
patible and non-toxic, making them suitable for biomedical
applications.

The biosynthesis of AuNPs has been performed using oil
palm kernel extract and imidazolium IL with acetate anion in
two steps.'” Phytochemicals from the plant were first
extracted with IL and then used for MWe-assisted gold
reduction. The presence of IL resulted in more efficient MW
absorption and steric and electrostatic stabilization of NPs.
Compared to the aqueous plant extract, the IL-assisted route
allowed higher extraction efficiency and the formation of
uniform AuNPs with a narrow particle size distribution. The
stability of the gold dispersion increased from 14 to 122 days
with the IL in the reaction system (Fig. 9a).

Understanding the mechanism of interaction between the
IL-NPs system and the bioactive substance leads to selective
and highly sensitive IL-NPs biosensors. Synthesis with low tox-
icity and biodegradable ILs is also important. These sensors
were used with monodisperse IL-AuNPs as a fluorescent gluta-
mine detector based on the interaction between IL-AuNPs and
human serum albumin (HSA). The protein is composed of
amino acid residues and the sulfhydryl groups present in
human blood plasma. HSA is active in the transport of biologi-
cal compounds and was shown to regulate osmotic
pressure.*® This study demonstrated the high detection capa-
bility of the IL-AuNPs-HSA system (Fig. 10a and b), especially
at a temperature of 32 °C, which facilitated the design of a
sensor for amino acids. The synthesis of IL-AuNPs focused on
the chemical reduction in HAuCl, by NaBH, accompanied by
pyridinium IL with bromide anion. This IL played two roles as
a colorimetric detector film and a reagent. Pyridinium qua-
ternary salt protects AuNPs against aggregation, as confirmed
by a decrease in the nanogold diameter from 14.59 to
11.77 nm (Fig. 9b).

5.1.2. IL-silver NPs biosystem. Nanosilver is known for its
anti-inflammatory, antibacterial, and antifungal properties. It
has antitumor and cell-differentiating activity and can be
applied in wound healing, anticancer therapies, cosmetics,
and agriculture.'>!

Imidazolium IL can be used as a soft template for the MW-
assisted hydrothermal synthesis of AgNPs and promotes blood
vessel growth. It can be utilized for the fabrication of bone
fraction implants (Fig. 2 and 8c).>* The IL template produced
crystalline and spherical NPs with high internal order and
narrow size distribution (Fig. 9d). Medical tests showed that
the well-defined morphology translated into favorable biocom-
patibility and better therapeutic efficacy of AgNPs versus
control groups.
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7

Fig. 9 Morphologies of NPs in the presence of ILs: (a) TEM images of AuNPs synthesized with oil palm kernel extract and imidazolium IL with
acetate anion over time (120 days), reproduced from ref. 149 with permission from Elsevier, copyright 2020. (b) TEM images of (a) AuNPs and (b)
bromide-based pyridinium IL-AuNPs. Reproduced from ref. 150 with permission from Royal Society of Chemistry, copyright 2020. (c) TEM images of
Ag-Au loaded Ru,O NPs in imidazolium IL with hexafluorophosphate anion. Reproduced from ref. 32 with permission from Elsevier, copyright 2020.
(d) TEM images of AgNPs synthesized with imidazolium IL with chloride anion. Reproduced from ref. 35 with permission from Elsevier, copyright
2018.
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Fig. 10 ILs-NPs systems acting as biosensors. (a) Schematic representation for the interaction of IL-AuNPs with HSA for selective sensing of gluta-
mine. (b) UV-Vis spectra of IL-AuNPs and IL-AuNPs with HSA. Reproduced from ref. 150 with permission from Royal Society of Chemistry, copyright
2020. (c) A probable mechanism of dopamine detection by TSIL-AgNPs. (d) UV-Vis spectra of dopamine incubated TSIL-AgNPs solutions: (a)
TSIL-AgNPs, (b) etched TSIL-AgNPs in the presence of dopamine. Reproduced from ref. 28 with permission from Elsevier, copyright 2018.
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The antimicrobial effect could be enhanced when com-
bined with an antibiotic imidazolium IL (ie., citrate-based
metronidazole derivative). In this case, IL is an antibiotic as
well as a reducing and stabilizing agent (Tables 4 and 5).*” The
strategy used in the synthesis of IL and its stabilizing effect on
the obtained AgNPs with full description of interaction ana-
lysis between them is shown in ESI, Fig. S2.7 The resulting IL-
capped NPs were potent antibacterial agents even at low con-
centrations (i.e., 3 mg mL™") during microbiological assays.
They had results comparable to standard antibiotic therapy for
S. aureus and improved efficacy of Pseudomonas aeruginosa bac-
terial strains (greater than 120% with respect to lomefloxacin
for [IL-capped NPs] = 400 mg mL™").

The alkyl chain length of the IL cation used as the coating
agent affects the core size and hydrophilicity of AgNPs, which
is important for their antimicrobial activity.'>>*>°

To confirm this, the action of IL-AgNPs was compared with
that of ILs based on imidazolium or pyridinium cations with
12 or 18 atoms of carbon in the alkyl chain and chloride
anions. Their cytotoxicity against Escherichia coli and
Enterococcus faecalis biofilms was examined along with their
antimicrobial effectiveness against microorganisms such as
Candida albicans, E. coli, Bacillus subtilis, and Salmonella
typhi.'>® Antimicrobial activity is strongly dependent on the
hydrophobic-lipophilic balance, which explains the higher
activity of IL-AgNPs when the alkyl chain contains at least 12
carbon atoms, regardless of the IL cation structure.'>**>*

Interestingly, nanosilver is also being used to produce bio-
sensors for bioactive compounds, thus leading to cheaper and
faster alternatives to common analytical methods such as high-
performance liquid chromatography.'>® Hexagonal plate AgNPs
stabilized by pyridinium task-specific IL (TSIL) with the trifluor-
oacetate anion were synthesized (Fig. 10c and d) and applied as
colorimetric sensors for the measurement of dopamine in
human blood serum (Tables 4, 5 and Fig. 2).>® The synthesis of
AgNPs was carried out using a simple procedure.”® An aqueous
solution containing AgNO;, trisodium citrate, and polyvinylpyr-
rolidone was stirred, and then NaBH, was added drop by drop
until the solution turned light yellow. The prepared silver nano-
clusters with ascorbic acid were added (with stirring) to an
aqueous solution containing AgNO;, trisodium citrate, polyvi-
nylpyrrolidone, and pyridinium IL with trifluoroacetate anion. A
dark green color change of the solution indicated the formation
of TSIL-AgNPs. The biosensitivity of TSIL-AgNPs was con-
ditioned via dopamine and identified by placing the NPs with
human blood serum in an Eppendorf tube. The samples were
incubated at room temperature, and their interactions were con-
firmed by the color change of the mixture from green to red.
The functionality of TSIL-AgNPs is worth confirming because
dopamine is a neurotransmitter responsible for the proper func-
tioning of the nervous system. Pathological changes in dopa-
mine concentrations can lead to many serious neurodegenera-
tive diseases or depression.'*® Direct contact between dopamine
and TSIL-AgNPs reduces the NPs’ diameters, thus implying that
they can be used as an efficient biodiagnostic platform for
dopamine, even at low concentrations.>®

This journal is © The Royal Society of Chemistry 2024
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AgNPs have also been stabilized with an IL in the prepa-
ration of a colorimetric biosensor for hydrogen peroxide."”’
The assessment of the hydrogen peroxide content is important
industrially (textiles, food) and in biomedicine. This com-
pound is a by-product of oxidative metabolism in the human
body and can lead to cardiovascular disease. Its concentration
is maintained at an appropriate level by the enzyme peroxi-
dase, and metal bionanosensors mimic the behavior of this
enzyme. The system of imidazolium IL with acetate anion-
stabilized lignin-doped AgNPs was prepared through a green
synthetic route using Longan fruit extract. The appropriate
amount of lignin-doped AgNPs was dispersed in the IL by
grinding it in a mortar until a greyish mixture was formed.
The fabricated biosensor was successfully used to determine
the hydrogen peroxide level of in the blood of hypertensive
patients. As the H,O, concentration increased, the sample
changed from colorless to an increasingly intense green.

An interesting example of the dual functionality of an IL as
a solvent and stabilizing reagent was presented for the syn-
thesis of AgNPs with confirmed antibacterial properties.*® As
an illustration, imidazolium ILs with halide and tetrafluoro-
borate anions were synthesized as the reaction medium. The
AgNO; as silver precursor was initially incubated in a selected
IL under a nitrogen atmosphere for half an hour, and then the
reduction was performed with a constant flow of 16 bar of
hydrogen gas for over 14 hours in a closed reactor. The charac-
teristics of the resulting colloidal AgNPs showed that their size
decreased according to the anion of the halide in the following
order: CI™ > Br™ > I". A prior study,*® the antibacterial activity
of the prepared systems was evaluated against Gram-positive
bacteria Bacillus cereus and Gram-negative bacteria E. coli
(Fig. 11c). The results showed that the antibacterial activity is
the highest for colloidal AgNPs prepared with iodide using
imidazolium IL with iodide anion. The antimicrobial activity
of the colloidal AgNPs with selected IL exceeds that of pure ILs.

Patil et al.®® described the IL-AgNPs system formed via a
pyridinium IL with a bromide anion as a stabilizing agent and
solvent for AgNPs nanoobjects and as antibacterial active
agents against E. coli, S. aureus, and P. aeruginosa (Tables 4
and 5). The procedure proposed by the authors for the syn-
thesis of NPs proposed was very simple and fast. Hydrazine
hydrate was added after the aqueous solutions of pyridinium
salt and the silver nitrate had been mixed for 10 minutes. The
color then changed from yellow to yellow-brown. The resulting
IL-AgNPs were 2-20 nm and mostly spherical with a small
number of nanorods. There were no changes in NPs size, and
agglomeration symptoms were not observed after a 10-month
stability test. The IL-AgNPs had the highest bactericidal effect
against Gram-positive bacteria — namely S. aureus.

5.1.3. IL-metal oxide NPs biosystem. Recently, there has
been growing interest in metal oxide NPs from zinc, copper, or
titanium oxides. These nanoobjects can be synthesized in the
presence of ILs and have a lower tendency to aggregate.
Biologically-active metal oxide NPs include nanosized CeO,,
TiO,, and ZnO."® Each type of metal oxide NPs has unique
characteristics that can be tailored to specific bioapplications.
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Fig. 11 The antibacterial activity of NPs synthesized in the presence of ILs: (a) ZnONPs dispersed in cholinium IL with acetate anion and imidazolium
IL with chloride anion. Reproduced from ref. 46 with permission from American Chemical Society, copyright 2018. (b) a. CeO,NPs, b. Ag loaded
CeO, NPs, c. Au loaded CeO, NPs and d. Ag—Au loaded CeO, NPs synthesized in the presence of imidazolium IL with hexafluorophosphate anion.
Reproduced from ref. 37 with permission from Elsevier, copyright 2020. (c) AgNPs synthesized in imidazolium ILs with various halide anions.
Reproduced from ref. 48 with permission from Elsevier, copyright 2020. (d) Ag—Au loaded RuO, NPs synthesized in the presence of imidazolium IL
with hexafluorophosphate anion. Reproduced from ref. 32 with permission from Elsevier, copyright 2020.

For instance, Fe;0,NPs are highly biocompatible antimicrobial
and anticancer agents, and their magnetic properties make
them good candidates for probes in magnetic resonance
imaging and as targeted drug carriers.'>®"® Fe;O,NPs can be
easily functionalized with ammonium-based polymeric IL for
potent antibacterial properties. They can be used as novel and
recyclable water disinfectants.'®" Polymeric IL-coated Fe;O4NPs
have low toxicity towards mammalian cells and can remove
E. coli cells. The magnetic properties of the Fe;O, core allow for
easy NM separation from test media. The sugar group in a
described polymeric IL promotes bacterial cell adhesion to the
polymeric shell.

Inbasekar and Fathima'®® assume that IL-coated cerium(iv)
oxide NPs can be applied as stabilizers in collagen-based bio-
materials. CeO,NPs promote cell differentiation, induce con-
formational changes in proteins, and even stimulate collagen
production, making them valuable in tissue engineering.
Unfortunately, conventional polymeric capping agents for
nanoceria rarely have the biocompatibility required for long-
term contact with animal tissues (e.g., scaffolds and
implants).'®® For this reason, cholinium-based amino acid IL
(CAAIL) can be used as an alternative NPs coating.'®® Collagen
samples treated with IL-capped NPs show improved thermal
and dimensional stability compared to the native protein. The
use of CAAIL promotes the formation of cross-links between
collagen side groups. The dimensional stability of the treated
collagen is also satisfactory. Although CeO,NPs induce
some conformational changes, they are not sufficiently pro-
found to alter the functionality of the protein. CAAIL acted

3104 | Green Chem., 2024, 26, 3072-3124

as an NPs capping agent and played a key role in collagen
stabilization.

ZnONPs can absorb UV and infrared radiation and can
show semiconductor and magnetic features, which makes
them useful in optical materials, solar cells, electrodes, and
cosmetics. They can also be applied as biosensors or diagnos-
tic imaging devices.'®>'®* However, the ease of aggregation of
ZnONPs causes a loss in antibacterial functionality, which
underscores the need for morphological and surface
control.*®'® Therefore, it is imperative to develop stable
IL-ZnONPs. The effects of two ILs, cholinium acetate and imi-
dazolium IL with chloride anion, were compared using noso-
comial skin-specific bacteria: Staphylococcus epidermidis and
Klebsiella pneumoniae (Tables 4, 5 and Fig. 8a).*® In this study,
ZnONPs with a diameter of 60 nm were produced at ambient
temperature. The antibacterial activity was assessed after the
incorporation of nanozinc into each IL (Fig. 11a). The appli-
cation of imidazolium IL-ZnONPs yielded a highly effective
antibacterial agent against S. epidermidis, which is responsible
for infections occurring during implantation or in cases that
require catheterization. This IL-ZnONPs system is cheap, easily
available, and non-destructive against healthy skin cells. It can
eliminate the need for surgical removal of the infection, and
the destructive mechanism against bacterial cells is based on
an increase in reactive oxygen species caused by the spon-
taneous oxidation of ZnONPs to Zn*".

A bioactive IL-Cu,ONPs system including imidazolium IL
with bromide anion was proposed as a potential decompo-
sition agent for the antipyretic and analgesic drug diclofenac.

This journal is © The Royal Society of Chemistry 2024
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1) imidazolium IL with bromide anion
2) D-(+)-Glucose, 80°C
3) NaOH,q, 80°C

4) drying

> CuCl, + dionized
water

%*J

l in water bath

AN

Fig. 12 Synthesis procedure and biodegradation effect of IL-Cu,ONPs.>*

The waste products of this drug can be harmful to fish and
other freshwater aquatic species (Fig. 2 and 4b).**'°°
IL-Cu,ONPs were prepared by adding various concentrations
of imidazolium IL with bromide anion. The degradation of
IL-Cu,ONPs was observed over the entire pH range, which con-
firmed that the concentrations of reactive oxygen species and
the sulfate radical resulting from the cleavage of the inter-
oxide bond to sodium persulfate are responsible for drug
decomposition. The degradation rate of diclofenac at neutral
pH reached 0.89 at a persulfate dosage of 0.25 g L™" (Fig. 12).
The active surface of the citrate nanocopper was controlled,
and an equal octagonal shape was maintained by the IL
present in the system.

IL-TiO, nanostructures can be used as metal oxide NPs-
based biodetectors, although the preparation of TiO,NPs
requires several rounds of surface titanium plate purification
(Tables 4 and 5)."** Important factors in selecting TiO,NPs for
this purpose are high absorption capacity, stability at high
temperatures, and structural features such as a large specific
surface area or distances between particles. The NM is readily
available and has low toxicity. IL-TiO,NPs biosensors were pre-
pared by grinding TiO,NPs in a mortar in imidazolium IL with
acetate anion, which resulted in a pinkish-grey powder
(Fig. 13)."*> The average size of IL-TiO,NPs was 26.5 nm. The
biosensitive reaction was prepared by mixing dopamine and
capped TiO,NPs in the presence of NaOH at various pH values

dopamine in deionized,
water + NaOHaq

N %

IL-TiO;NPs

ambient T

AN

IL-TiO,NPs reddish brown

dopamine quinone

Fig. 13 Biosensor activity test of IL-TiO,NPs.1*2
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(including physiologically-relevant pH values). The working
principle of this detector is related to the attainment of a
reddish-brown color derived from dopamine quinone. The
detector was formed by hydroxyl radicals located on the
surface of titanium oxide nanostructures reacting with dopa-
mine. The same detector was successfully used as an acetone
biomarker in the urine of diabetics (Tables 4, 5 and Fig. 8e)."*°
The IL stabilizes TiO,NPs against aggregation in biological
fluids and increases the effectiveness of TiO,NPs as a simu-
lated enzyme. The activity of this detection platform is strongly
dependent on the type of interactions created between the
nanostructures of the metal oxide being studied and the IL -
as well as any changes in their size.'®”'¢®

5.1.4. IL-complex metal-based NPs biosystem. NMs are
combinations of different metals and metal oxides and often
possess improved features versus monometallic NPs.'®®'7°
Synergistic effects between metallic components result in
altered optical, magnetic, catalytic, and biological properties
(e.g., enhanced antimicrobial activity). Complex NPs can be
divided into three groups: multi-metallic compositions (Au/Pd,
Fe/Co/Ni, etc.),"””*""* mixed metal oxides (e.g., CuO/NiO/ZnO,
etc.),"**"** and metal-doped metal oxides (Au/ZnO, Ag/CeO,,
etc.).>'?*?” Tables 4 and 5 present IL-mediated syntheses of
different variants of metal- or bimetal-dopped mixed oxide
NPps,?132:3738:133,134 complex metal-based NPs with promising
biological activities (anticancer, anti-biofilm, antioxidant, anti-
bacterial) are usually prepared from plants (Tables 4-6 and
Fig. 2, 11b and d). Further analysis of the chemical compo-
sition of plant extracts can also help to identify the phyto-
chemicals that are most likely to be involved in formation of
NPs nuclei.

5.2. Bioactive metal-based NPs supported by IL with
naturally-sourced component

The key questions and directions in this section related to the
creation of green ionic liquid-nanoparticles biosystem
include:

1. An IL with a naturally-sourced component is expected to
influence both the morphology of the tested nanoobjects and
the type of bioapplication of the IL-NPs biosystem. The natural
component should be widely available and inexpensive, and its
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incorporation into the IL structure should adhere to the 12
principles of green chemistry.

2. Does the use of an IL containing a natural component, as
opposed to a structurally similar IL without a natural com-
ponent, enhance the effectiveness of creating an appropriate
IL-NPs biosystem? Can such an IL serve multiple functions
and effectively address the morphology, stabilization, and
bioapplication requirements of the investigated NM?

3. Is it feasible to develop IL-NPs biosystem wherein the
structure of the IL or part of it incorporates the identical
natural compound that is also used as a reducing agent for the
biosynthesis of the NPs?

4. Can specific types of ILs with naturally-sourced com-
ponents significantly contribute to the biofunctionality of ILs-
NPs biosystems while meeting sustainable development cri-
teria? Are these ILs promising candidates for advancing the
development of ideal ILs-NPs biosystems, potentially replacing
current ILs-NPs systems?

5. Can naturally-sourced IL-NPs biosystem be easily scaled-
up?

The current trend seen in natural products has sparked
interest in bio-based molecules as building blocks for ILs,
which have been designed to be harmless to users and the
environment, cost-effective, and consistent with sustainable
development.'”®'”” Naturally occurring 1-carnitine, choline, or
betaine cations seem to be the most commonly used for the
synthesis of the partially or fully naturally-sourced ILs.'”%75!
Derivatives of fatty acids, carboxylic acids, and amino acids
occupy a special place in this group and are often utilized as
the source of the anion.'®*'® The most common of these
groups are acetic, formic, lactic, succinic, or tartaric deriva-
tives, but valine, alanine, and isoleucine are also used.
Recently, there has been a growing body of research focused
on ILs derived from sugars.'®*'®> Another captivating alterna-
tive are terpene-based ILs, especially those containing a mono-
terpene component, e.g., (—)-menthol, (—=)-borneol, (+)-fenchol.
Attention should be paid to their multifunctional biological
applications that often surpass conventional standards, includ-
ing antimicrobial agents,**'*'®” wood preservatives,'®® plant
resistance inducers,'®'°® and even enzyme stabilizers and
activators.'®* Considering the advantages of natural com-
ponents as fundamental building blocks of ILs, and the exten-
sive array of potential bioapplications, we highly recommend
employing these functionalized ILs to fabricate hybrid ILs-NPs
biosystems.

Meticulous care is required to obtain the best possible natu-
rally-sourced IL-NPs biosystem. Fig. 14 illustrates the essential
factors involved in establishing the optimal naturally-sourced
IL-NPs biosystem. First, a comprehensive exploration of
diverse structural variations is necessary to determine the
most effective approach for incorporating a natural element
into the ionic compound’s structure. Simultaneously, it is
essential to establish guidelines to ensure that the entire
process and the resulting NMs meet sustainability criteria.
Furthermore, a well-defined procedure or set of steps should
be devised to enhance the likelihood of success in creating the

This journal is © The Royal Society of Chemistry 2024
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ideal IL-NPs biosystem using naturally-sourced IL. Factors pre-
sented include the structural aspects of ILs containing natu-
rally-derived components, the applicable green guidelines to
be adhered to, and the sequential steps required for achieving
an effective hybrid system.

Utilizing ILs with naturally-sourced components in the fab-
rication, stabilization, and biofunctionalization of NPs
deserves extensive exploration. However, the number of
examples employing ILs derived from natural resources
remains relatively limited, as evidenced by the literature
(Table 6).2%*6:4%162:175 Thig observation is rather unexpected,
considering the substantial growth of research on ILs incorpor-
ating natural elements.'*>'®® In our opinion, partially or fully
naturally-sourced ILs can serve as a solid foundation for estab-
lishing a comprehensive platform for ILs-NPs biosystems and
may pave the way for future directions in expanding the envir-
onmentally friendly development of nanotechnology.

Ammonium ILs containing an amino sugar-derived
cation® or an amino acid-based anion'’® acting as reducing
agents for AuNPs production were effectively implemented
(Table 6 and Fig. 8d). These examples demonstrate remarkable
attributes in terms of sustainability. First, the utilization of ILs
with a natural component as a reducing®®'”® and even stabiliz-
ing agent'”® enhances the biodegradability of the resulting
salts. The use of aliphatic amine cations in the salt ensures
low toxicity or non-toxicity.*> The processes employed for pro-
ducing AuNPs,*>'7® as outlined by the authors, required only
mild conditions. This is evident in the minimal number of
unit processes involved, the absence of high process tempera-
tures (within the range of 50-60 °C for both cases), and the
achievement of highly satisfactory morphological and bioappli-
cation effects. The results for AuNPs indicate that the ratio of
the precursor to IL plays a substantial role in determining the
size of the resulting IL-NPs biosystem.?>'”> When considering
the practical bioapplication of ILs-NPs hybrid systems,
alternative energy sources might be incorporated to replace
conventional heating methods, thereby reducing energy con-
sumption as demonstrated in the previously mentioned
examples.”>'”> Such an approach would allow discussion of
whether changes in the process method significantly affect the
resulting biosystem in terms of sustainability and environ-
mental impact,"**'** and provide guidelines for optimizing
such systems.

A captivating application of cholinium-based IL is its utiliz-
ation in the synthesis of the IL-AuNPs system (Table 6 and
Fig. 1)."® The authors have synthesized water-soluble choli-
nium-purpurin-18-carboxylate salt, which belongs to quatern-
ary ammonium compounds consisting of the cholinium cation
and the purpurin-18-carboxylate anion derived from dihydro-
porphyrin. When considering the use of natural components,
it is important to note that the aforementioned ionic com-
pound consists of two unmodified components derived from
natural sources and from the cationic and anionic parts of the
compounds. Purpurin-18, a naturally occurring compound
found in Spirulina maxima algae is particularly known for its
photosensitizing properties. The synthesis for cholinium-pur-
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Fig. 14 Elements of an optimal naturally-sourced IL-NPs biosystem: types of naturally-sourced IL structures, green rules to be followed, and steps
to be taken to obtain an effective system.

purin-18-carboxylate is relatively straightforward, involving a reaction of cholinium chloride with KOH. Subsequently, the
two-step pathway that does not require extreme process con- hydroxide salt is combined with purpurin-18 in an aqueous
ditions. First, cholinium hydroxide is obtained through the solution at elevated temperature. The final product is purified
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by extraction with water-dichloromethane, followed by evapor-
ation and crystallization from cold acetone or acetonitrile. The
resulting cholinium-based IL is employed for the synthesis
and stabilization of AuNPs, serving a dual function. This
feature confers an additional advantage to the naturally-
sourced IL-NPs biosystem since as it eliminates the need to
introduce additional reducing and stabilizing chemicals.
Consequently, the number of unit processes is significantly
reduced, enhancing the overall environmental sustainability of
the biosystem. The diameter of the resulting NPs ranged from
8 to 25 nm, exhibiting no agglomeration. The authors empha-
size that these IL-purpurin derivative-stabilized NPs can be
effectively employed as contrast agents or in photothermal
therapy. In this specific example, two natural components
were employed to synthesize TSIL, wherein the incorporated
salt serves a dual role as both a reducing agent and a stabilizer
for the generated nanoobjects within the hybrid system. All
the processes involved in producing IL and IL-NPs are charac-
terized by mild conditions and do not require any demanding
operating conditions. Therefore, the recommendations are in
line with these previous examples®>'”” and are largely based
on process optimization and the search for an ideal naturally-
sourced IL-NPs biosystem. This could include the introduction
of modifications aimed at reducing energy consumption.

Another example revolves around an IL consisting of a natu-
rally-derived cation and anion, specifically cholinium serinate,
for the synthesis of TSIL (Table 6)."°> The synthesis involved the
functionalization of CeO,NPs with the support of cholinium-
based IL through ultrasonic treatment of a mixture containing
the salt precursor (Ce(NO3);-6H,0), sodium hydroxide, and cho-
linium serinate under ambient conditions. The presence of the
desired quaternary ammonium salt on the NPs surface was con-
firmed through variations in the zeta potential (negative value),
hydrodynamic diameter (increase), and polydispersity index in
comparison to organic salt-free CeO,NPs. Structural changes
were observed in the collagen isolated from the tail tendons of
laboratory rats. The application of IL-CeO,NPs resulted in an
increase of the stability of collagen at temperatures ranging
from 67 to 80 °C, utilizing NPs concentration of 0.5% (v/v). The
low toxicity and likely facile biodegradability exhibited by the
selected TSIL unquestionably aligned with the principles of
green chemistry. A significant advantage lies in the fact that the
employed salt simultaneously serves as a solvent, functionaliz-
ing agent, and capping agent, thereby reducing the reliance on
multiple chemical reagents during the synthesis of NPs. The
inclusion of ultrasonic treatment and ambient conditions ren-
dered the process more environmentally friendly. The infor-
mation provided by the authors that the NPs obtained are larger
than 192 nm makes it advisable to introduce certain modifi-
cations in the conditions of NPs production. These include
adjustments in temperature, reaction time, and duration of
ultrasound exposure. Changes in these three parameters could
be sufficient to produce nanoobjects with sizes below 100 nm.
Nevertheless, the IL-CeO,NPs system might be applied as a col-
lagen crosslinking agent in producing NMs for tissue engineer-
ing purposes.

This journal is © The Royal Society of Chemistry 2024
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The implementation of a TSIL containing an acetate anion
derived from naturally occurring choline resulted in the for-
mation of an IL-ZnONPs system,*® which exhibited remarkable
antibacterial properties. This example has been comprehen-
sively discussed in the preceding sections of our study, high-
lighting the bioapplication advantages of this hybrid system
(Fig. 8a and 11). The structure and production of the chosen
IL for the system (Table 4), as well as the procedure employed
to produce the hybrid IL-ZnONPs system (Table 5), have been
thoroughly discussed in accordance with the principles of
green chemistry.

Another example with a distinct cation structure based on
pyridine that possesses a biomoiety has been proposed for the
development of a naturally-sourced IL-NPs biosystem
(Table 6).*° The authors of this research demonstrated that the
combination of pyridinium ILs and the resulting NPs exhibited
a broader spectrum of antimicrobial effects. In this case, a pyr-
idinium salt with a salicylate anion was synthesized and uti-
lized to produce AgNPs, concurrently serving as a dispersing
agent and an enhancer of their antibacterial capacity by utiliz-
ing the well-established disinfecting properties of salicylic
acid. The simplicity of the synthetic procedure, the use of
aqueous reaction media, short reaction time, and ambient
conditions for NPs synthesis are indisputable advantages of
this approach. The NPs obtained through this method dis-
played small-size characteristics. It is advisable to consider
alternative solutions in future studies, as the use of a chemical
reducer (e.g. tetrabutylammonium borohydride, TBABH,) is
not recommended. The modification of the IL composition to
enable the salt to also act as a reducing agent or exploring the
utilization of a natural reducer that has minimal environ-
mental impact are both worth considering.

The examples presented in this section frequently depict IL
structures consisting of even two natural components,'®2%4%173
(according to the principle 4 of IL-NPs) and many cases demon-
strate the presence of multiple organic salt functionalities in
ILs-NPs hybrid systems (according to the principle 6 of
IL-NPs).'849162:175 The manufacturing processes employed for
these ILs-NPs systems are often gentle and do not require
complex laboratory techniques or difficult-to-access equipment
(according to the principle 2 of IL-NPs). The previously advan-
tages mentioned above provide clear directions for future
efforts. Notable progress has already been made concerning the
morphology and bioactivity of the systems. The focus should
now shift towards optimizing the naturally-sourced ILs-NPs bio-
systems to maximize their potential, including significant
energy-saving measures, and exploring possibilities for scalabil-
ity. It is worth considering the implementation of well-estab-
lished naturally-sourced ILs-NPs biosystems for various other
bioapplications.

One of the inquiries we presented at the beginning of this
section remained unresolved. It concerns the creation of a
system in which the IL structure (or a component of it) com-
prises the same natural compound that is utilized as a redu-
cing agent for NPs biosynthesis. For instance, it is worth con-
sidering the possibility of developing an IL-NPs biosystem that
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incorporates an IL with a (—)-menthol component, while utiliz-
ing mint leaves as the reducing agent, which serves as the
source of obtaining the optically active form of (—)-menthol.
We believe that this is represents an important avenue that
can be explored, where a single material of natural origin per-
forms multiple roles within designated processes.

5.3 Biosynthesized metal-based NPs supported by IL

The key questions and directions in this section towards the
creation of green ionic liquid-nanoparticle biosystems
include:

1. The use of naturally-sourced reducers in the metallic NPs
synthesis represents a notable advancement towards obtaining
environmentally friendly and SSbD IL-NPs biosystem. These
“green” reducing agents should possess characteristics such as
ready accessibility, low procurement cost, effectiveness at least
comparable to conventional counterparts, and the ability to
ensure high synthesis efficiency and replicability of results. By
adhering to these criteria, the overall process of obtaining the
IL-NPs biosystem will align with the 12 principles of green
chemistry.

2. Are plant materials as a source of reducing substances
for NPs formation more suitable than a non-natural reducing
factor in terms of fulfilling multiple functions and effectively
addressing the morphology, stabilization, and bioapplication
requirements of the investigated IL-NPs
biosystem?

3. What are the potential implications and prospects of
employing a combination of plant extract and ILs in the syn-
thesis of ILs-NPs biosystems, particularly with respect to their
application in the design of industrially significant NMs?

The techniques involving various types of naturally occur-
ring reagents, mainly plant extracts, vitamins, sugars, microor-
ganisms, and biodegradable polymers as chelating/reducing
and capping agents for obtaining NPs are currently considered
attractive in nanotechnology. The biosynthesis of NPs through
these methods is both rapid and environmentally friendly. It
involves the utilization of various microorganisms as viable
nanofactories including bacteria,"®*°° fungi,'®” ' viruses,>*°
algae,>°"*** and enzymes.>***** Despite the numerous
examples of the biosynthesis of NPs using a variety of microor-
ganisms, the use of plant material extraction products has
recently received attention. A major advantage of promoting
the use of plant extracts is the significant reduction in prepa-
ration time and the increase in safety by eliminating the need
to cultivate microbes that often act as pathogens. The presence
of polyphenols in plant material often plays a pivotal role in
these bioprocesses. The techniques employed in these pro-
cesses are straightforward, ecologically friendly, and typically
involve one-pot methodologies.?

Indeed, substances present in extracts derived from leaves,
flowers, fruits, and various plant materials have the ability to
reduce metals and form nanostructures. Green-synthesized
metallic NPs have comparable properties to their chemically
synthesized counterparts. The reports indicate a lack of con-
sistency in the size and shape of the synthesized NPs, and in

nano-micro
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most cases the production has not been quantified.*® Despite
the widespread popularity of green-synthesized NPs using
plant-derived resources, this method currently faces several
limitations. Overcoming these limitations would be a signifi-
cant milestone toward developing a fully environmentally
friendly protocol for large-scale NPs production and sub-
sequent commercialization. Several requirements have been
identified for the synthesis of NPs based on plant-derived
reducers. First, it is necessary to establish conditions that
ensure the effective progress of the synthesis and its reproduci-
bility. In addition, appropriate stabilizers must be employed to
regulate and prolong NPs stability. Understanding the mecha-
nism by which plant-derived extracts reduce metallic precur-
sors and rely on specific bioactive substances poses a major
challenge. Hence, it is crucial to develop a simple procedure to
isolate individual components of the extract and evaluate their
impact on NPs synthesis. The variety of plant compounds with
reducing capacity, such as compounds with phenolic, amino,
carboxyl, and hydroxyl groups, proteins, and amino acids,
leads to variations in the synthesized materials under different
production conditions. Many reports do not clearly specify the
reducing agent used, and stoichiometric calculations are
lacking.?*® A comprehensive description of the resulting NPs
under each extraction condition could enable fine-tuning of
their properties. The aforementioned issues raise important
questions, such as the quantity of reducing agent that can be
obtained from a specific plant and the amount of biomass
required for sustainable NPs production.

From our perspective, using renewable sources as reduction
agents in conjunction with ILs aligns with the 12 principles of
green chemistry, offering a notable technological solution for
producing sustainable NMs. Several factors need to be care-
fully considered prior to achieving the optimal IL-NPs biosys-
tem through reduction based on plant extract produced by
green extraction methods. These factors, as depicted in
Fig. 15, illustrate the essential elements involved in establish-
ing the ideal IL-NPs biosystem obtained via green synthesis
with the support of ILs. First, it is necessary to conduct a com-
prehensive analysis of diverse natural reducing sources to
determine the most suitable option. Second, the selection of
structural components for the IL should be carefully selected
to ensure that the resulting salt meets the desired objectives.
Simultaneously, adherence to the principles of green chemistry
is crucial to ensure that the entire process and the resulting
NM meet sustainability criteria. A well-defined procedure or a
set of steps need to be devised to increase the probability of
successfully producing the ideal IL-NPs biosystem through
green synthesis for NPs production. Factors to be considered
include the type of natural reducing agent, the structural
aspects of ILs, the applicable green guidelines, and the sequen-
tial steps required for achieving an effective hybrid system.

Table 7 illustrates the synthesis of NPs through biological
methods utilizing plant extracts as raw materials. The table
provides examples of bioactive metallic NPs, including metal
oxides and metal-based complexes, and highlights the signifi-
cant influence of ILs in these processes. An imidazolium IL

This journal is © The Royal Society of Chemistry 2024
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Fig. 15 Elements of an optimal IL-NPs biosystem: types of natural sources of reductors, types of IL structures, green rules to be followed, and steps
to be taken to develop an effective system.
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with a hydrogen sulfonate anion was applied as the extraction
solvent to obtain an extract rich in polyphenolic compounds
from Polygonum minus leaves. This extract was subsequently
used for the biosynthesis of CuNPs (Table 7).>” Employing
the MW technique resulted in a shortened reduction process
time, producing CuNPs with an average size of 20-30 nm.
The biological activity of NPs was demonstrated through
their highly inhibitory effect on three bacteria, namely E. coli,
S. aureus, and Aeromonas hydrophilia. The reduction of
CuS0O, by the polyphenolic compounds present in the plant
extract was supported by the IL. However, it is worth consid-
ering testing an IL with a lower toxicity profile in the same
procedure.

The stabilizing effect of imidazolium-based IL with hexa-
fluorophosphate or tetrafluoroborate anions was observed in
the synthesis of lanthanide oxide NPs using plant leaf extract
at room temperature (Table 7). A specific example is the prepa-
ration of samarium oxide NPs (Sm,O;NPs) based on an etha-
nolic extract of the leaves of Andrographis paniculata in the
presence of hexafluorophosphate IL.>'° Regrettably, the anions
of both ILs are highly toxic, which significantly compromises
the green aspects of the IL-NPs system. The process con-
ditions, including the high energy input required for purifi-
cation, drying, and calcination, pose significant drawbacks in
terms of green chemistry guidelines. The resulting IL-stabil-
ized Sm,0;NPs exhibited excellent stability, with an average
diameter of 40-57 nm and a cubic structure. The NPs exhibited
potent antibacterial activity against E. coli and S. aureus,
leading to the disruption of their cell membranes. These NPs
exhibited a stronger antioxidant effect than that of vitamin C
and a more robust anti-inflammatory effect compared to the
standard anti-inflammation drug - diclofenac.

The synthesis of ytterbium oxide NPs (Yb,O3;NPs) was con-
ducted with the same stabilizer (imidazolium IL with a hexa-
fluorophosphate anion) and a reducing agent (A. paniculata
leaves extract) (Table 7).°® The resulting IL-Yb,O3;NPs had a
size range of 25 to 75 nm. This nanosystem showed high bio-
medical capacity due to its antioxidant and antibacterial pro-
perties. Their anti-diabetic and anticancer activities against
breast cancer neoplastic cells were confirmed. The influence of
the imidazolium IL with a tetrafluoroborate anion on the mor-
phology of lanthanum oxide NPs was validated during the
preparation of nanoobjects via a route based on Couroupita
guianensis leaf extract.’® Dynamic light scattering analysis
revealed that the IL-La,O3;NPs obtained through this approach
exhibited sizes ranging from 15 to 70 nm, with a tendency to
form agglomerates of approximately 52 nm in diameter. The
considerable toxicity associated with the anions of the pro-
posed ILs raises concerns regarding the suitability of this
system for drug delivery, despite the demonstrated anti-dia-
betic, antibacterial, anti-inflammatory, and anticancer activi-
ties of IL-Yb,O;NPs.

The templating effect of ILs can also be observed in the syn-
thesis of complex metal-based NPs. Pandiyan et al>> con-
ducted a biogenic synthesis procedure to obtain IL-Ag-Au/
RuO, NPs, which exhibited high activity against microorgan-

This journal is © The Royal Society of Chemistry 2024
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isms such as E. coli and S. aureus, as well as activity against
cervical cancer cells (Table 7 and Fig. 16a). The plant extract
was derived from the leaves of justicia adhatoda, while an imi-
dazolium IL with hexafluorophosphate anions served as the
reaction medium. The resulting IL-Ag-Au/RuO, NPs exhibited
a small diameter of 24 nm.

Pandiyan et al.>" utilized the same imidazolium-based IL as
both a stabilizing agent and a template in the green synthesis
of ZnO, Ag-doped ZnO, Au-doped ZnO, and Ag-Au-doped ZnO
NPs through reduction with an ethanolic extract obtained
from J. adhatoda leaves (Table 7 and Fig. 16b). The Ag-Au/ZnO
NPs had a size range of 20-25 nm and displayed promising
antibacterial activity as well as high toxicity against human cer-
vical cancer cells. These findings led the authors to speculate
that the IL-Ag-Au/ZnO NPs could be applied as novel NMs
with desired properties for biomedical applications.

The analysis of the examples presented in Table 7 of IL-
assisted biosynthesis of metal and metal oxide NPs using
plant extracts led to the conclusion that there are relatively few
syntheses reported in this research area. These syntheses are
often based on the use of salts with inherent toxicity, which
contradicts the principles 1 and 3 of IL-NPs. Furthermore, an
additional drawback is the requirement for demanding con-
ditions in the production processes of these systems, which is
inconsistent with the principle 2 of IL-NPs. Although the
initial mixing of reagents is typically done at room tempera-
ture, subsequent steps in the synthesis required elevated temp-
eratures and advanced laboratory equipment.

We have prepared a graphical representation (Fig. 17) that
combines the limitations associated with this biosynthesis
approach supported by ILs, along with recommendations and
solutions to enhance its efficacy and greening aspects in the
future. This figure is based on the detailed analysis of the data
collected by us (Table 7) and considers the advantages of using
hybrid systems obtained via biosynthesis. Our literature search
revealed that the current testing of ILs has focused primarily
on imidazolium cations paired with BF,~ and PFs  anions.
However, these salts are considered environmentally
unfriendly,”* and such an approach is completely inconsistent
with the principles we have adopted for IL-NPs, especially
those numbered 1 through 4. Further investigations should
prioritize the use of ILs with lower toxicity indices, considering
the structural recommendations outlined in Paragraphs 2 and
3 and Table 4, to at least meet the principles 1 and 3 for
IL-NPs. The design of ILs for this purpose should include a
selection of structural elements (according to the principles 1
and 4 of IL-NPs) that both fulfill the desired function(s)
(according to the principles 5 and 6 of IL-NPs) and facilitate
their biodegradation in the environment without introducing
of highly toxic elements (according to the principle 3 of
IL-NPs).

An attractive solution appears to be the production of ILs
with linear amines in the cation core, such as cholinium-
based ILs (according to the principles 1 and 4 of IL-NPs), due
to their significantly lower toxicity and improved biodegrad-
ability,”* which is in the line with the principle 3 of IL-NPs.
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Fig. 16 Schematic representation of the green synthesis of IL-NPs systems: (a) RuO,, Ag loaded RuO,, Au loaded RuO,, and Ag—Au loaded RuO,
NPs. Reproduced from ref. 32 with permission from Elsevier, copyright 2020. (b) ZnO, Ag-doped ZnO, Au-doped ZnO, and Ag—Au-doped ZnO NPs
synthesized by Justicia adhatoda leaf extract in an imidazolium IL medium. Reproduced from ref. 31 with permission from Elsevier, copyright 2019.

Another important aspect of the SSbD approach is to minimize
the number of reagents required to obtain both IL (according
to the principles 1 and 2 of IL-NPs), and NPs. In the literature,
ILs often serve a single role in biosynthesis. Considering the
diverse characteristics of ILs documented in the literature, it is
crucial to design IL structures that can simultaneously
perform multiple functions simultaneously. Based on the
examples presented in Table 7, special attention should be
given to ILs that can act as stabilizers, templates, extraction
solvents, and media for NPs synthesis, which is in the line
with the principle 6 of IL-NPs.

An innovative approach to achieve an optimal system would
be to incorporate a naturally occurring structural element into
the IL (according to the principle 4 of IL-NPs). This element
can also serve as a bioreducing agent, such as leaves, which

3N4 | Green Chem., 2024, 26, 3072-3124

are rich in this substance. We have presented this solution and
a detailed proposal in the previous section on the example of
the use of monocyclic, natural alcohol (—)-menthol.
Consideration of the biosynthesis of NPs production in the
presence of ILs requires optimization of the biosynthesis con-
ditions, including pH value, temperature, time, and the stoi-
These
factors, along with the composition of the extract, have a sub-

chiometric ratio of extract/metallic precursor/ILs.

stantial impact on the morphology, size, shape, and stability of
the resulting NPs.

Our analysis of the conditions used in the biosynthetic pro-
cesses from Table 7 indicates that the temperature is high and
time required is long, especially for processes that involve
advanced techniques, such as the synthesis of NPs in an auto-
clave or using calcination furnaces. This approach is strongly

This journal is © The Royal Society of Chemistry 2024
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Fig. 17 Problems and recommended approaches leading to improving the biosynthesis efficiency of IL-NPs biosystem.

discouraged due to the increased energy consumption. As we
emphasized repeatedly (especially in Table 5), it is important
to consider more definitively greener alternative energy
sources such as ultrasound or MWs when proposing a syn-
thesis path that aligns with sustainable development. This is
further supported by the example of CuNPs synthesis’’
(Table 7), where the reduction was successfully achieved using

This journal is © The Royal Society of Chemistry 2024

P. minus leaf extract in only 5 minutes using MWs, eliminating
the need for the autoclave technique.>®”

The development of an environmentally friendly system of
(bio)IL-NPs (Fig. 15), while eliminating existing disadvantages
(Fig. 17), requires a careful balance between all parameters
affecting the process. This will be possible by understanding
the components within the extract and the elements within
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the implemented IL that are responsible for the reduction
mechanism. Insufficient knowledge in this regard, along with
the diverse functionality of compounds present in the plant
source, contributes to the formation of poor quality NPs.**?
As a result, obtaining reproducible shapes and sizes is chal-
lenging. It is imperative to pay special attention to exploring
new green solutions for the industrial-scale application of
biosynthesis. From a commercial perspective, further
research should also focus on estimating the cost-effective-
ness of the process. This includes evaluating the efficiency of
(bio)IL-NPs synthesis, analyzing statistics related to the cost
of preparing all the necessary reagents, assessing the
required energy input, and considering the availability of the
plant material.

To summarize, our strategy aims, on the one hand, to
demonstrate the construction of an optimal IL-NPs biosys-
tem when NPs are obtained through biosynthesis with the
assistance of IL (Fig. 15). On the other hand, we aim to
address the challenges and limitations associated with
implementing green technology in the IL-NPs biosystem,
accompanied by relevant recommendations (Fig. 17). We
sincerely hope that this approach will prove valuable both
in the design stage and in the modification and optimiz-
ation of the process for the production of the final nano-
micro hybrid system.

View Article Online
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6. Correlation analysis of green
principles for ILs-NPs hybrid systems

In 2007, Dahl et al.® proposed a translation of the 12 principles
of green chemistry for application to nanoscience, presenting
the six green nanoscience and nanotechnology design prin-
ciples. These principles serve as a guiding framework for nano-
technology practitioners to ensure safer and more sustainable
designs of nanostructures.

One of the aims of this review was to establish a clear cor-
relation between the six principles of green IL-NPs (bio)
system, the 12 principles of green chemistry, and the six prin-
ciples of green nanoscience and nanotechnology. To achieve
this goal, Scheme 3 is presented, as it combines the proposal
of Dahl et al. with the addition of our own principles, thereby
providing a comprehensive and illustrative representation. A
correlation matrix is introduced to find the connections
between these principles and to guide practitioners in the
development of safer and more sustainable nanostructures
assisted by ILs.

Based on the extensive analysis of the literature on ILs-NPs
objects conducted in this review, we observed that all the
principles of green chemistry can be readily applied to
the design of environmentally safe IL-NPs products. In all
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Scheme 3 A correlation map between 6 principles of green IL-NPs (bio)system (abbreviation: IL-NPs) and 12 principles of green chemistry and 6
principles of green nanoscience & nanotechnology (abbreviation: GN).
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12 cases, two or more of the six principles of green IL-NPs
(bio)system can be applied simultaneously to optimize the
design and solution.

Throughout this review, we have explored how these prin-
ciples apply to the design of the IL structure and other sub-
stances necessary for obtaining targeted IL-NPs (bio)system,
the design of the processes involved, and the biofunctionality
of IL-NPs materials.

To conclude this section, we pose an open question—Is it
possible to find at least one IL-NPs (bio)system that success-
fully combines all 12 principles of green chemistry with the six
principles of green nanoscience and nanotechnology design
and the six principles of green IL-NPs (bio)system? This chal-
lenge remains a subject of ongoing research and exploration
in the field of sustainable and eco-friendly NMs.

7. Conclusions and outlook

NPs applied in biology, medicine, and related fields must have
desired biological activity, excellent physicochemical features,
and a favorable safety profile. ILs employed as reagents, auxili-
aries, or surface-modifying agents in NPs synthesis can satisfy
these requirements. The majority of NPs derived from IL-
mediated routes exhibit superior performance characteristics
compared to products from conventional synthesis methods.
The versatility and tunable nature of ILs provide numerous pos-
sibilities to control crucial factors such as surface morphology,
dispersibility, and size distribution of growing nanostructures.
The enhanced homogeneity of these NPs facilitates a more accu-
rate assessment of their interactions with biological systems,
thereby improving their safety profile. When used as functiona-
lizing agents, ILs can modulate nano-bio interactions by enhan-
cing the selectivity, biocompatibility, or biodistribution of NPs.
The applications of ILs-NPs systems have demonstrated
relevance, effectiveness, and sufficient biocompatibility to
warrant further exploration for biological and medical needs.
Satisfactory results have been obtained in several areas, includ-
ing antibacterial, antioxidant, and anticancer activities, as well
as in wound healing and bone fracture treatment. ILs-NPs
systems have also found utility in biodiagnostic platforms,
X-ray contrast agents, colorimetric sensors for biological mole-
cules, and even as suitable agents for drug biodegradation.
Remarkably, imidazolium cation-based ILs have emerged as
highly effective assistants in the synthesis of biologically active
NPs for a wide range of biological applications, as extensively
documented in Tables 4-6. Particularly noteworthy from our
perspective are salts derived from natural compounds, such as
cholinium ILs, as well as ILs with anions possessing inherent
biological activity, such as salicylate ILs. Although less fre-
quently described in the literature (Tables 4-6), these ILs with
specific structural elements deserve special attention due to
their favorable environmental parameters and significant bio-
logical activity. Concurrently, the utilization of natural sources
as reducing agents in NPs biosynthesis supported by ILs
(Table 7 and Fig. 15) offers significant advantages, including
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waste prevention and efficient utilization of precursors. This
combination of safe natural reducing agents and compatible
ILs to both contributes to environmental safety and enhances
the overall sustainability of the synthesis.

Regardless of the specific IL-NPs (bio)system structure, a
careful analysis of both IL preparation and IL-NPs processes is
crucial prior to their implementation. Energy efficiency can be
achieved by striving for favorable conditions, such as normal
pressure and room temperature, which can be planned in
advance and easily applied during experiments. Other benefits
include contamination prevention, safety precautions, cost-
effectiveness, and compliance with regulations.

From our perspective, ILs-NPs biosystems offer unique com-
binations of biotechnologically attractive functionalities that are
often unattainable with classical nanostructures. While there are
notable successful applications of these biosystems, overcoming
several significant challenges is crucial for their further trans-
lation into practical applications. These challenges include con-
trolling and optimizing the performance of IL-NPs assemblies
and developing cost-effective yet highly efficient methods for
producing these nano-micro systems. Consequently, intensive
investigation, understanding, and the development of new fabri-
cation protocols for IL-assisted NMs are essential in the near
future, as the current review emphasizes. In order to facilitate
the intensive development of the field of IL-NPs, it is crucial to
establish appropriate guidelines that promote the production of
nanostructures with the desired morphology and accelerate the
production of desired (bio)systems, all in line with sustainable
development rules. In this regard, at the beginning of this work,
we proposed a set of six principles of green IL-NPs (bio)system
(Scheme 2) which consider the overarching 12 principles of
green chemistry. These standards introduce novel green guide-
lines specifically tailored to the IL-NPs (bio)system.

Furthermore, we provide a comprehensive guide that under-
scores the “importance” of essential elements. The purpose of
this guide is twofold: to ensure compliance of the 12 principles
of green chemistry and with the 6 principles of the IL-NPs
(bio)system, and to complement in detail the six principles of
the IL-NPs (bio)system, as illustrated in Scheme 2.

Research on the IL-NPs topic is relatively new, and there are
still certain issues that need to be addressed (Fig. 18). First,
our understanding of the molecular interactions between ILs
and NPs is currently limited. Achieving precise control over
the synthesis and characteristics of NPs in the presence of IL
will remain a challenge until we gain a deeper understanding
of the mechanism of action of IL. Only through this under-
standing can we effectively control the morphology of biologi-
cally active NPs and prevent the agglomeration of nanoscale
entities (Fig. 18).

Another important issue pertains to the characterization of
nanoproduct properties for industrial applications. The ana-
lyses conducted to date are limited and quite often too selec-
tive to be considered decisive in evaluating commercial appli-
cations. Extensive and advanced studies are needed to deter-
mine whether the performance of the NPs is indeed satisfac-
tory. This is particularly critical in the field of biomedicine,
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where safety and efficacy are paramount. Therefore, essential
tasks arise for the biological function of the IL-NPs (bio)
system. It is important to select ILs that fulfill two different
roles of (Fig. 18): (i) stabilizing NPs (or even affecting the mor-
phology of these nanoobjects) and (ii) influencing the biocom-
patibility and bioavailability of biologically-active NPs. The
greatest success seems to be the possibility of creating an
IL-NPs system in which the IL has antimicrobial activity and
acts synergistically with NPs against bacteria. Surprisingly,
there has been limited exploration of bioactive NPs incorporat-
ing ILs with excellent biological properties. Adopting a “dual-
function of ILs” approach could significantly impact the
overall biological outcomes of the IL-NPs system. Finally, it is
essential to provide evidence of a properly selected IL-NPs
system that demonstrates effective bioactivity for industrial
needs and can be successfully implemented within a relatively
short timeframe. Such evidence would validate the viability
and effectiveness of such a biosystem.

Also, the literature has largely overlooked the matter of
scaling up IL-mediated synthesis routes. However, for the pro-
posed solutions to be successfully implemented in an indus-
trial setting while maintaining competitiveness, it is crucial to
ensure high-quality and cost-effective nanoproducts. Factors
such as the availability and price of ILs, other required sub-
stances, raw materials (in the case of biosynthesis), energy con-
sumption, and waste generation at the laboratory scale are
important to assess. We believe that a TEA should be per-
formed for certain ILs-NPs systems with high potential biologi-
cal applications. Unfortunately, the literature usually omits
techno-economic approaches. TEA bridges the gap between
research and development, engineering, and business, provid-
ing an assessment of the economic feasibility and technologi-
cal potential of the processes analyzed to achieve complete
descriptions of these hybrid systems. When one is conducting
a LCA, which evaluates the environmental impacts of a
product or process throughout its entire life cycle, the incor-
poration of TEA can provide valuable insights for IL-NPs
system (Fig. 18). This integration allows for the consideration
of both economic and environmental aspects to be considered,
facilitating the identification of opportunities to improve cost-
effectiveness and environmental performance of the proposed
IL-NPs biosystem.

Despite the challenges, ILs certainly have great potential for
the fabrication of safe and potent biologically active NPs. To
address the challenges faced by the described IL-NPs (bio)
system, we propose the adoption of the six principles of green
IL-NPs (bio)system that we have developed. Based on the pre-
sented studies, it is evident that ILs incorporated into the bio-
logically-active NPs play a significant role in controlling the
morphology of these nanoobjects. This, in turn, can lead to
the production of high-efficiency NMs that are both safe and
economically desirable and exhibit additional and supporting
biological functions.

Fig. 19 outlines a comprehensive roadmap for the advance-
ment of IL-NPs technology. It includes three key facets: future
directions for IL-NPs synthesis, innovative applications in the
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biological domain, and strategic pathways for real-world
implementation of IL-NPs. This graphical representation pro-
vides a holistic view and guides researchers toward a more sus-
tainable and effective integration of ILs and NPs.
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