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Abstract: The world will face a significant protein demand in the next few decades, and due to the
environmental concerns linked to animal protein, new sustainable protein sources must be found.
In this regard, microalgae stand as an outstanding high-quality protein source. However, different
steps are needed to separate the proteins from the microalgae biomass and other biocompounds.
The protein recovery from the disrupted biomass is usually the bottleneck of the process, and
it typically employs organic solvents or harsh conditions, which are both detrimental to protein
stability and planet health. Different techniques and methods are applied for protein recovery
from various matrices, such as precipitation, filtration, chromatography, electrophoresis, and solvent
extraction. Those methods will be reviewed in this work, discussing their advantages, drawbacks, and
applicability to the microalgae biorefinery process. Special attention will be paid to solvent extraction
performed with ionic liquids (ILs) and deep eutectic solvents (DESs), which stand as promising
solvents to perform efficient protein separations with reduced environmental costs compared to
classical alternatives. Finally, several solvent recovery options will be analyzed to reuse the solvent
employed and isolate the proteins from the solvent phase.

Keywords: biodegradable solvents; cell disruption; deep eutectic solvents; extraction with solvents;
ionic liquids; microalgae biorefinery; protein recovery; protein release; solvent recovery

1. Introduction

Proteins are one of the three essential macronutrients in the diet and the most important
to prevent malnutrition and hunger [1]. According to the United Nations, the global
population will increase to 9.5 billion people by 2050 [2]; as a result, the demand for food,
and therefore also for protein, will rise [3]. There are two primary protein sources of
similar nutritional quality: animal (which includes meat, fish, eggs, and dairy products)
and plant (legumes, and to a lesser extent, seeds, and nuts). However, animal protein is
known for its high environmental and climate impact, not only for the emissions related
to their production but also due to the arable land used for the intensive crop production
for feed and a large amount of water required (for both feed and animals) [4]. Thus, it
is necessary to find sustainable plant-based sources and production processes to meet
future protein requirements without damaging the planet and human health [5]. One
of the most promising alternative feedstocks are microalgae, which are photosynthetic
organisms mainly composed of proteins, carbohydrates, and lipids [6,7]. Microalgae use
solar energy to store carbon from CO2 conversion, and they also uptake nutrients from
the culture medium for their growth [8]. This type of biomass has several advantages over
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others, including superior photosynthetic efficiencies and biomass production potentials
than terrestrial crops, growth over a wide range of pH and temperature, capacity to uptake
nutrients from different types of sources, such as wastewater, and most of them have a
short generation cycle [9].

The content of proteins, carbohydrates, lipids, and other microalgae biocompounds
can be utilized as feedstock for various bioproducts applying biorefinery processes [10].
Nevertheless, the current approaches are still not profitable and have some challenges to be
addressed [11]. The price of microalgae cultivation is a notable drawback of microalgae-
based biorefineries, but the use of low-cost culture medium as wastewater could contribute
to achieve economically sustainable processes. As a result, the microalgae biorefinery
approach can be integrated within the circular bioeconomy, whose main goals are to reduce,
reuse, and recycle raw materials [11]. Additionally, biomass’s integral and fractional
valorization could maximize the process benefits by taking advantage of waste streams,
promoting this circular bioeconomy [7].

The characteristics and composition of microalgae depend on the species and the
environmental and operational conditions during cultivation [12]. However, in most cases,
the main constituents of microalgae biomass are proteins, ranging from 30 to 70% mass
percentage in dry weight [13], achieving the higher protein concentrations in microalgae
grown in stressful environments such as wastewater. Due to the proteins’ high added value
and lability, it is reasonable to first recover the protein fraction in the process of fractional
valorization of this biomass. The major issue with protein recovery is related to where the
proteins are found in the cell. Typically, these biomolecules are inside a very recalcitrant
cell wall that is difficult to break and whose thickness and chemical composition depend
on various factors such as growth stage, cellular form, and environmental conditions [14].
Hence, the first step of a biorefinery process to recover biomolecules from microalgae is
the cell wall disruption by physical, chemical, or biological methods to extract intracellular
molecules by different solvents [15]. The use of organic solvents is a well-known technique
for the extraction and separation of microalgae biomolecules, but some of them are toxic
and not aligned with environmental and human health concerns [16]. Thus, alternative
solvents have recently begun to be studied, such as ionic liquids (ILs) and deep eutectic sol-
vents (DESs), with lower environmental impact than conventional solvents and promising
applications in microalgae processing [17].

2. Microalgae Biorefinery: Biomass Treatment

According to Chew et al., the biorefinery is a “process to obtain biofuels, energy and
high-value products through biomass transformation and process equipment” [18]. In the
case of microalgal biorefinery, microalgae biomass is used as feedstock. Different steps
are involved in the process, including cultivation, harvesting, cell disruption, component
recovery, and final product purification [19]. The development of these new industries is
faced with critical challenges; as an example, industrial photobioreactors for cultivation
in synthetic media have high costs and reach low biomass concentrations. At the same
time, current downstream processes are designed for a single main product, and the rest
of the microalgae biomass is frequently “waste” that is not useful [11]. Because of all this,
it is necessary to develop more efficient technologies to achieve a sustainable process for
microalgal cultivation, but also to profit and valorize all the components of this microalgal
biomass, establishing a fractional biorefinery process. This sequential valorization main
concern is the release of different fractions without damaging the other fractions to attain
an integral recovery of the biomass components [18].

The first step for the microalgae valorization is the cell disruption (Figure 1), which is
a critical process for obtaining the desired biocomponents from intracellular contents [20].
Microalgae cells present a high resistance to intracellular extraction, usually attributed to
their rigid cell walls [21]. This cell wall consists of a microfibrillar network composed of
diverse polysaccharides, proteins (mainly glycoproteins), and a biopolymer called algaenan,
which is very difficult to degrade [14]. This cell disruption can be achieved by several
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processes, which can be classified into physical (e.g., bead milling, high-pressure homoge-
nization, microwave irradiation, ultrasonication, pulse electric field), chemical (e.g., acid,
alkali, and thermal hydrolysis) and biological methods (e.g., enzymatic hydrolysis) [16].
However, most of these techniques require harsh conditions (such as chemical methods),
which allow obtaining high release efficiencies but at the expense of degrading the released
bioproducts, resulting in low recovery yields. Thus, the use of mild cell disruption will
maintain the biomolecule’s activity and functionality to provide high-quality products [20].
Moreover, in order to take advantage of all the algal biomass and achieve a sustainable
process, cell wall components (including some types of proteins) may themselves also be
target molecules within the biorefinery process [15].

Figure 1. Scheme of proteins obtaining from biomass. Adapted from [22].

Once the cellular disruption occurs (Figure 1), the biomolecules contained inside
the cell are released (proteins, carbohydrates, or lipids), usually employing an extraction
solvent. Those soluble biomolecules will be in a liquid phase, whose composition will
depend on the cell disruption method and extraction conditions. Therefore, a recovery step
is needed to isolate the required product from the other released compounds [16].

In the case of protein recovery, there are many possible techniques, including chemical
precipitation, electrophoresis, membrane filtration, chromatography, or solvent extrac-
tion [23]. Although some of these methods provide good separation results, they have
essential disadvantages such as low resolution, use of toxic solvents, presence of plenty of
impurities, time-consuming process, and the use of harsh conditions such as high tempera-
tures or energy consumption, which may lead to protein denaturation [23,24]. Furthermore,
a single methodology usually cannot achieve the desired purification effect. Among all
these alternatives, solvent-extraction stands as an attractive technique because it is well
known, efficient, and easily scalable. Nonetheless, the use of traditional toxic organic
solvents can lead to changes in the stereochemistry and degradation of the released pro-
teins [12]. Thus, there is a high demand for suitable non-toxic solvents that do not damage
proteins. Two new types of solvents have been developed recently to substitute conven-
tional organic solvents, which are in the category of biodegradable solvents: ionic liquids
(ILs) and deep eutectic solvents (DESs) [25]. Biodegradable solvents are an interesting re-
placement for classical solvents, as they have lower toxicity and are a more environmentally
friendly alternative. In this regard, DESs are considered excellent substitutes to address
these bottlenecks [26], since they are instrumental as a suitable solvent for the release and
purification of several proteins without altering their native structure [27]. In the following
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sections, different approaches for protein recovery will be considered, particularly from
microalgae biomass, emphasizing biodegradable solvents.

3. Protein Recovery

Once the microalgal biomass has been adequately treated, obtaining proteins selec-
tively from the liquid phase with all the released compounds requires the use of recovery
approaches. The recovery stands as one of the bottlenecks of the process [28,29], as the
purity levels of the proteins obtained will determine their subsequent applications [23].
Generally, using a single recovery step is not enough to isolate proteins of enough purity.
Thus, the current trend is to follow a multiple-step approach [19]. The process becomes
complicated because of the hydrophilic nature of proteins, which makes them prone to
denaturation, precipitation, and degradation. Proteins are fragile molecules, so mild op-
eration conditions are required to preserve their native structure and biological activity.
A brief description of the most used conventional separation techniques, along with new
emerging alternatives such as biodegradable solvents, which are up-and-coming tools to
perform efficient protein purification [22], will be related in this section, with a focus on
their physicochemical basis, pros, and cons. Other techniques such as molecular imprint-
ing [30], magnetic separation [31], or electrostatic separation [32] are attracting researchers’
attention, but they are still in a very incipient state.

3.1. Precipitation Methods

Precipitation is a process in which a solid is obtained from a solution, in the case of
proteins, by adding a precipitation agent. Precipitation is a suitable method for crude
protein recovery, and it preserves the structural activity of the proteins [33,34], but it is
inefficient for further purification stages as it does not provide high recovery yields and
efficiencies [23]. Depending on the precipitation agent used, three distinct approaches have
been tried for microalgae protein recovery: (i) isoelectric point precipitation, which deals
with pH changes; the compounds usually employed are NaOH and HCl [35]; (ii) salting-out,
consisting of using a high concentration of salt solutions such as NaCl or K2HPO4 [36], and
(iii) organic solvent precipitation, for which classical organic solvents such trichloroacetic
acid or mixtures of ethanol and acetone, are commonly used [37]. This latter approach
affords a larger protein recovery yield than isoelectric point precipitation or salting-out;
however, classical organic solvents are not advisable due to their environmental concerns
and the complexity of solvent recovery.

3.2. Membrane Separations

Membranes are boundaries between two phases. They have been widely used in
the separation field, achieving high selectivity. Non-solvent or harsh conditions are in-
volved, and the purification can be carried out at low temperatures, preventing protein
degradation [38,39]. However, classical filtration usually is a slow process. To solve this
issue, tangential and cross-flow processes of microfiltration (MF) and ultrafiltration (UF)
have been developed. MF membranes are good at separating components ranging from
10.0 to 0.1 µm [40], even though modest recovery yields are usually achieved after filtra-
tion [41]. On the other hand, UF employs membranes with a pore size of 0.1–0.01 µm,
requiring slightly higher pressures than MF (0.5–5 bar versus 0.1–2 bar required for MF)
or the use of centrifugal force [40]. There are some handicaps for the implementation
of membranes to industry, and fouling is probably the most troublesome point, as it re-
duces membrane permeability, decreasing the filtration performance. That is one of the
reasons why tangential filtration of cross-flow filtration has gained importance in recent
years [42,43]. Only a couple of studies have been found applying membrane filtration for
microalgae protein recovery [44,45].

Despite MF and UF consisting of semipermeable membranes, the driving force in
both cases is the external pressure applied. In opposition, dialysis is a separation method
based on the concentration gradient established between the phases [23]. Dialysis can aid
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in removing ionic species from the protein fractions obtained [46] as part of a combination
of protein purification methods.

3.3. Electrophoresis and Chromatographic Techniques

Electrophoresis separates analytes according to their mobility through an aqueous
buffer in response to an electric field. The most common mode for protein purification
is capillary electrophoresis [16]. Electrophoresis is an excellent technique to identify and
quantify amino acids [47], but it is scarcely used for industrial protein purification because
of its long operational times and low sample intake.

Chromatographic methods, in turn, allow the separation of closely related molecules
in complex mixtures [48]. Chromatographic techniques used for protein purification are gel
permeation, ion-exchange, affinity, and hydrophobic interaction chromatography [49,50].
Sometimes, protein purification might require the combined use of several chromatographic
techniques. For example, the use of a first stage in which ion-exchange chromatography
separates protein fractions according to their charge, and then a gel permeation stage to
obtain proteins with similar charge and size, resulting in the so-called two-dimensional
approach, used for proteomic separation. Although chromatography is often oriented to
quantitative analysis, some operational modes can be applied to purify molecule fractions,
known as preparative chromatography [51]. Nevertheless, chromatography is an expensive
technique and not easy to scale up [52]. In addition, it demands high amounts of organic
mobile phases, which is not environmentally sustainable [53]. Therefore, chromatographic
techniques are not a good alternative for microalgae proteins at the industrial level [23].

3.4. Solvent Extraction

As mentioned above, solvents can be used to release the proteins from inside the
biomass cell, but they can also be employed to selectively obtain proteins from the released
compounds through conventional liquid–liquid extraction (LLE). This separation technique
consists of the analyte’s migration to the extracting phase, relying on the different affinity for
the medium (measured by the distribution constant, KD) and the concentration gradient [54].
This section will discuss classical and new emerging solvents for protein LLE, along with
innovative solution combination strategies.

Commonly employed solvents for protein recovery are hydrocarbons, alkalis, acetone,
alcohols, and chloroalkanes [55]. Even though these solvents are low-cost and have good
solubility capacities [56], they also present important drawbacks such as long operational
times, high solvents and energy consumption, and the high odds of separated proteins dam-
age [57]. Furthermore, most of them are volatile organic compounds (VOCs) derived from
non-renewable sources such as petroleum, being both detrimental to human health (as the
product obtained might introduce pollutants) and the earth’s well-being [56,58]. The use ex-
clusively of classical solvents to obtain proteins from microalgae is not common. However,
several studies reported their use in combination with greener options such as aqueous
two-phase systems, in which the organic solvent volume is significantly reduced [59].

Due to the drawbacks of classical solvents, alternative strategies are needed to achieve
more sustainable processes, with reduced energy consumption and lower presence of
hazardous substances [60]. One approach to accomplish these goals consists of replacing
classical for green solvents, which must be cheap, non-toxic, safe, stable, biodegradable,
renewable, and atom economic in their synthesis; however, telling which solvents are green
is still a controversial issue [61]. Moreover, most typical green solvents are not preferred for
protein recovery because proteins are not very soluble in water [56] nor supercritical fluids
such as CO2 [62]. Thus, the aim is to find greener solvent options for LLE, and one class of
solvents that have shown promising results in the recovery of bioactive compounds are
the so-called biodegradable solvents, which are not necessarily fully green (although every
green solvent must be biodegradable). The advantage is that defining what a biodegradable
solvent is can be quantified in a rigorous manner [63,64]. These solvents can be combined
with innovative assisted technologies such as microwave, or ultrasound, to achieve an
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optimum purification process [55,62]. This is the case for ionic liquids (ILs) and deep
eutectic solvents (DESs), whose advantages and applications will be examined in Section 4.

Another possibility is to combine two different solutions to carry an LLE process, as
applied in an aqueous two-phase system (ATPS), which can also be found in literature as
aqueous biphasic system (ABS) [65]. As its name indicates, ATPS consists of two aque-
ous phases that are immiscible due to the repulsive behavior of their components [66,67].
Compared to classical single solvent extraction, ATPSs allow obtaining in one step proteins
in high concentration, saving time and costs, as the equilibrium is rapidly reached [68].
One phase is usually formed by a water-soluble polymer solution or a hydrophilic organic
solvent (such as alcohols or organic acids), while the other is generally a salt solution [69].
ATPSs allow mild operation conditions, reducing the chance of denaturation or loss of
structural activity of the proteins [69]. Moreover, ATPSs enable continuous mode opera-
tion conditions, so they are easy to scale up, unlike other techniques, restricted to batch
mode [65]. ATPS containing conventional organic solvents has proved potential for mi-
croalgae protein purification; for example, Phong et al. [59] prepared an ATPS formed by
aqueous solutions of ammonium sulfate and 2-propanol; or Baskaran et al. [70], who, in-
stead of the 2-propanol, used polyethylene glycol 600. Nevertheless, the interest is focused
on ATPS based on green or biodegradable solvents, as they show the excellent properties
of a typical ATPS using non-toxic components (or at least, less detrimental). The main
drawback of these methodologies is the insufficient knowledge about the recovery from
the phase in which the proteins are concentrated, and, in fact, this is still the subject of
extensive research [23].

In summary, solvent extraction can be performed through single-solvent extraction
and with an ATPS system. Substituting classical solvents with biodegradable solvents
will ensure a greener process compared to the traditional approaches. In this regard, ILs
and DESs emerged as suitable alternatives, as they enable more efficient and selective
purifications, not damaging the structural activity of the proteins extracted and being more
environmentally friendly than classical solvents.

4. Biodegradable Solvents for Protein Extraction

Biodegradable solvents are compounds able to be degraded in smaller chemical entities
by biological organisms’ actions and other factors such as temperature or light. The two
types of biodegradable solvents more studied for biocompounds recovery, and in particular
for proteins, are ILs and DESs, which are also known as “designer solvents” because
their physicochemical properties can be tuned if needed for further improvements on the
separation performance, achieving high protein recovery yields [71]. Most authors do
not grant them the category of “green” because, despite their good biodegradability and
environmental advantages, other requisites needed are not fulfilled, such as high stability
under high temperature and low pressure, flammability, and potential toxicity [61]. In
addition, other aspects related to solvent preparation must be examined, for example,
the synthesis process of ILs employs organic solvents and demands high temperature
and reaction times, not to mention the final purification step always required, so overall,
the process could not be considered green [72]. Hence, it is advisable to refer to them as
biodegradable solvents.

In this section, ILs and DESs for solvent protein extractions will be reviewed, detailing
their characteristics, differences, strengths, weaknesses, application range, together with
a revision of the current greenness state of both types of solvents. Finally, the solvent
recovery options available will be evaluated.

4.1. Ionic Liquids (ILs)

ILs are liquid salt mixtures at room temperature [73]. This low melt temperature is a
result of their low-charge density and low symmetry ions of the organic salts, along with
ionic interactions, hydrogen bonds, and dipole–dipole intermolecular forces [74]. Generally,
to obtain salts in the liquid state, very high temperatures are required to disrupt the strong
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ionic interactions. However, the strong electrostatic interactions of ILs lead to a lowering
of the melting point below 100 ◦C [75]. Although there are many options for organic salts,
cations are usually exclusively organic derivatives, while anions might have either organic
or inorganic nature [76]. Because of their molecular structure, ILs possess outstanding
physicochemical properties compared to organic solvents: low vapor pressure (<1 Pa),
high conductivity, moderate thermal stability, and great extraction capacities for many
organic and inorganic compounds [77]. They also have a wide electrochemical window,
and valuable polarity properties, depending on the ions used [78]. Moreover, thanks to
their physicochemical characteristics, some ILs (such as 1-tetradecyl-3-methylimidazolium
bromide, or 1-ethoxyethanol-3-methylimidazolium chloride, etc.) have demonstrated
promising results in guaranteeing the stability and activity of proteins, as shown in the
review published by Patel et al. [79]. Nevertheless, details of the mechanism of action of
how the IL interacts with proteins to extract them still need to be elucidated [72].

The first IL was synthesized in 1914 by Paul Walden, yet until 2007, they were not
explicitly applied to extract biocompounds [76]. To synthesize an IL, diluted solutions of
each ion must be prepared and mixed correctly. When the reaction ends (which usually
takes up to 48 h and needs 25–100 ◦C), the solid residue is removed and washed with an
organic solvent. As stated by Xiao et al., ILs have been used extensively to extract natural
products [80]. However, attention must be paid to the ion components chosen to maximize
the analyte–solvent interactions, leading to a more efficient process [72].

Extraction of proteins from microalgae biomass can be carried out by single IL solvent
extraction or through an ATPS system. Single IL extraction is usually aided with a com-
plementary technique such as ultrasonication or microwave. Rodrigues et al. evaluated
different ILs and their mixture for obtaining phycobiliproteins from Spirulina platensis [81].
The authors extracted the highest protein concentration using an equimolar mixture of
2-hydroxyethylammonium acetate and 2-hydroxyethylammonium formate using an ultra-
sonication bath (25 ◦C and 25 kHz) and a solvent:biomass ratio of 7.93 mL g−1. The pH was
fixed at 6.50, and the extraction time was set to 30 min. The protein recovered in a more sig-
nificant amount was allophycocyanin, attaining values of 6.34 mg g−1, but also 5.95 mg g−1

of phycocyanin and 2.62 mg g−1 of phycoerythrin were recovered. As another example,
Desai et al. also extracted proteins and astaxanthin by treating the liquid microalgae ex-
tract from Haematococcus pluvialis with the commercial trihexyl(tetradecyl)phosphonium
bistriflamide ionic liquid and a microgel-stabilized emulsion. They reached an average ex-
traction efficiency greater than 90% using a solvent:biomass ratio of 3:7, a microgel particle
concentration of 1 g L−1, and mixing time of 120 min; the proteins recovered preserved their
native state after separation [82]. Similarly, Lee et al. employed an IL-buffer (cholinium
2-hydroxy-3-morpholinopropanesulfonate) at pH of 7.00 combined with ultrasonication
(400 W; 24 kHz; 5 s on/5 s off pulse mode) to obtain proteins from Chlorella vulgaris. Proteins
were recovered in a single step operation (extraction from the cell and purification occurred
simultaneously) with an almost complete recovery yield of 95.0 ± 1.9% [83]. Instead of ul-
trasonication, Desai et al. applied bead milling as a cell disruption technique and managed
to separate lipids of carbohydrates and proteins from Neochloris oleoabundans. They used a
40% solution of tributylmethylphosphonium methyl sulfate, a biomass concentration of
6.67 g L−1 at 45 ◦C after 30 min. After centrifugation, the lipids were obtained in the solvent
phase (68% recovery yield of total lipids). The proteins and carbohydrates remained in
the microalgae biomass, which was subsequently mechanically disrupted, leading to an
aqueous phase rich in those components, achieving 80% recovery yield for proteins and
77% for carbohydrates [84].

Concerning IL-based ATPS, there is more research when compared to single ILs ex-
traction, as it combines the advantages of using ionic liquids with the benefits of following
an ATPS approach: short extraction time, low viscosity, and options of recyclability [85].
The most common IL-based ATPS is composed of one ionic liquid and an aqueous polymer
or salt solution [86–88]. For instance, Suarez Ruiz et al. studied the fractionation of several
microalgal biomolecules: proteins, carbohydrates, lipids, and pigments, from Neochloris
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oleoabundans, grown in saline freshwater conditions [86]. After cell disruption, it was
treated with three different ILs-ATPSs with a polymer-rich phase. A multistep fractionation
process was implemented, and the system formed by PPG400-Ch DHp provided the best
results, attaining an 82% of protein recovery in the IL phase, along with pigments (98%)
and carbohydrates (93%), while lipids and starch were isolated from the interface, with
recovery yields of 79 and 71%, respectively. Then, they proposed a further purification
step applying ultrafiltration, selectively obtaining 80% of proteins from sugars and IL,
allowing the recycling of the solvent. Rodrigues et al. also concluded that the electrostatic
interaction between proteins and the IL might be the driving force of the separation pro-
cess. Using salts instead of polymers ([C8mim]Cl—K3PO4) to Isochrysis galbana, Santos et al.
achieved a selective and efficient carbohydrate-protein separation, with 100% of proteins
in the top phase, and 71% of carbohydrates in the bottom phase [87]. García et al. also
employed an IL-salt ATPS, consisted of Iolilyte 221PG as IL, and potassium citrate tribasic
monohydrate as salt, obtaining protein extracts with industrial relevance from crude mi-
croalgae Neochloris oleoabundans and Tetraselmis suecica applying mild conditions (pH = 7.0
and room temperature) [88].

The number of published articles concerning ILs grew until 2016, when concerns about
their toxicity surpassed their assumed benefits. Even though ILs do not pollute the air due
to their low vapor pressure at room temperature, some of the ions used have displayed
ecotoxicological effects, flammability, and have proved to be poorly biodegradable [89].
However, not all ILs are indeed equally harmful. Some choline-based ILs derived from
biomaterials (Bio-ILs) have shown low toxicity and high stability [90], substituting the
cation (typically pyridinium or imidazolium) by choline. Nonetheless, the appearance of
Bio-ILs has not prevailed among scientist investigations [91,92]. Furthermore, synthesizing
ILs is expensive compared to classical solvents [93], mainly due to the starting products,
which are obtained from fossil fuels sources, making the process less green, as waste is
created indirectly [94]. Other important aspects of any green extraction are the recovery
of the value-added compounds (hindered by their low vapor pressures) and the capacity
of the solvent to be recovered and reused. These issues remain a challenge, and there is a
need for further research, as generally, studies focused only on measuring protein content
on the IL and are not concerned about these aspects (more information in Section 4.3) [76].
These drawbacks prevent the widespread ILs in the industry and engender the need for
alternative greener options.

4.2. Deep Eutectic Solvents (DESs)

To avoid the problems associated with ILs, scientists turned their interest into a newly
emerging type of solvents, DESs, which was first described in 2003 by Abbott et al. [95].
DESs are liquid mixtures at room temperature, formed by the combination of two solids
(or a solid and a liquid) in a specific molar ratio, for which the eutectic point temperature is
below that of an ideal mixture, much lower than the compounds separately [96]. The liquid
obtained shows exceptional physicochemical properties similar to ILs [97]. Generally, the
eutectic point is found in a significant depression, around 150 ◦C lower than if the mixture
had an ideal behavior [98], and it is thought to be caused by the charge delocalization
produced between the molecules mixed [99].

Some authors consider DESs as a subclass of ILs. However, most agree that DESs
are a different kind of solvent because they are not formed exclusively by ionic species
(existing DESs with non-ionic compounds), and no chemical reaction is involved in their
preparation [17,62,98,100]. DESs have two components: a hydrogen bond donor (HBD)
or a metal halide and a hydrogen bond acceptor (HBA). The hydrogen bond interaction
between those components forms the eutectic mixture [98]. The variety of those two groups
is enormous, so it is estimated there could be around 106–108 possible combinations to
form DESs [101]. Depending on the chemical nature of the components, DESs are classified
into five distinct types (Table 1) [102,103]. However, most of the research has focused on
Type III: DESs consisting of a quaternary ammonium salt as HBA (usually choline chloride)
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and a suitable hydrogen bond donor such as alcohols, carboxylic acids, or amides [104].
This is because type III shows a stronger hydrogen bond interaction, which directly affects
the physicochemical properties of DESs [105].

Table 1. General classification of DESs [102,103].

Type General Formula Terms

I—HBA and metal chloride Cat+ X− z MCln M = Zn, Sn, Fe, Al, Ga, In
II—HBA and metal chloride hydrate Cat+ X− z MCln y H2O M = Cr, Co, Cu, Ni, Fe

III—HBA and HBD Cat+ X− z RZ Z = OH, COOH, CONH2
IV—Metal chloride and HBD MCln + RZ = MCln−1

+·RZ + MCln+1 M = Al, Zn; Z = OH, CONH2,
V—Molecular compounds Non-ionic DESs Molecular substances

Cat+: ammonium, phosphonium, or sulfonium cation. X−: Lewis base (generally, a halide). HBA: hydrogen bond
acceptor. HBD: hydrogen bond donor. R: alkyl rest. z: stoichiometric coefficient.

As mentioned, DESs have similar physicochemical properties compared to ILs, since
they present low volatility and vapor pressure (slightly larger than ILs), thermal stability,
and tunable polarity, which allow solubilization of various molecules, including pro-
teins [104]. The separation mechanism is meant to imply several forces such as hydrophilic-
hydrophobic or electrostatic interactions, although it is thought that their excellent protein
extraction capabilities are driven by the formation of protein-DES aggregates [24,106]. Con-
trary to ILs, DESs starting materials are cheap, easy to produce, and do not entail associated
pollution (most are allowed for human consumption). DESs are also more biodegradable
than ILs (>69.3% in 28 days, according to Zhao et al. [107]), but the nature of the ions highly
determines their biodegradability [72]. Moreover, DESs are considered mixtures rather
than pure compounds [96], so there is no need for by-product removal as no chemical
reaction has occurred (process with 100% of the atom economy, as opposed to ILs). Due to
their outstanding properties, such as great biodegradability, comparable physicochemical
properties of ILs, and small or no toxicity, DESs are applied in many fields such as electro-
chemistry, organic and inorganic chemistry. In addition, DESs are being used in separation
strategies replacing the role of ILs, as they are considered a greener alternative [108].

However, as reported by Chen et al. [61], not only the greenness of ILs must be
questioned. Some DESs should also be critically reevaluated, as they encompass some
downsides such as hygroscopicity, toxicity, regenerability and renewability, and decom-
position at high temperatures. To circumvent some of these problems, Choi et al. found
that a DES-like liquid could be formed when mixing natural primary cellular metabolites
such as choline, sugars, betaine, alcohols, organic acids, and amino acids [109]. Thus, using
natural products to prepare DESs (natural deep eutectic solvents or NADESs) will ensure
low or negligible environmental impact and toxicity, as these new solvents are biodegraded
>70% in 7 days [110], along with ubiquity and low cost [62]. A rigorous comparison of the
key properties of ILs, DESs, and NADESs, has been recently performed by Mehariya et al.,
highlighting that NADESs are more eco-friendly and exhibit lower toxicity than DESs,
which in turn are better in these and other aspects such as biodegradability, cost, and
synthesis facility than ILs [111]. NADESs have proved to be an ideal extraction media since
many macromolecules such as DNA, proteins, carbohydrates, and other small molecules
are highly soluble in some of these solvents such as 1,2-propanediol–choline chloride–
water, glucose–choline chloride–water, or lactic acid–glucose–water, as demonstrated by
Dai et al. [112]. Analogous to ILs, the complete understanding of the underlying extraction
mechanism is yet to be elucidated. Even though NADESs show numerous advantages
and are considered capable of dissolving all sorts of biomolecules in living things [109],
they also present some limitations, such as their high viscosity, which may prevent further
industrial application. Nonetheless, this issue can be solved by increasing the operation
temperature, or by adding water, which is preferred to maintain the structural activity of
the proteins extracted [111].
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Many works have proved the good performance of DESs to selectively extract proteins
for several matrices, such as animal tissues or plant-derived sources like oilseeds [24,113–117].
For instance, Bai et al. achieved >90% of extraction efficiency for collagen proteins from cod
skin, with the corresponding purity of 93%, using the single-DES formed by choline chloride
and oxalic acid in optimum conditions [115]. Turning the attention to the research focused
on matrices similar to microalgae biomass, it is worth mentioning Grudniewska and co-
workers research, in which protein-rich extracts from rapeseed cake and evening primrose
cake, residues derived from the oil industry were obtained using a choline chloride:glycerol
DES, in 1:2 molar ratio. Once the proteins are in the DES phase, they can be precipitated
using water as an anti-solvent, increasing the percentage of protein in the final extract up to
20% compared to the starting biomass [114]. However, most of the research is focused on
DES-based ATPS, as it is usually the most efficient technique to recover and purify proteins
due to the low interfacial tension of these systems. For instance, Li et al. developed a
biphasic system based on a NADES containing betaine as HBA, urea as HBD, and water
in a 1:2:1 molar ratio, reaching an extraction efficiency of 99.82% for BSA, and therefore
showing ATPS are valuable tools for protein obtaining [117].

Regarding protein recovery from microalgae using DESs, only a couple of studies were
found [118,119]. Firstly, Cicci et al. carried out three sets of experiments applying different
pretreatments to study the extraction of proteins, lipids, carbohydrates, carotenoids and
chlorophylls from Scenedesmus dimorphus (UTEX 1237) [118]. The NADES was prepared
by combining 1,2-propanediol, choline chloride, and water in a 1:1:1 molar ratio. The
experimental set-up consisted of putting in contact the solvent with the biomass and
simultaneously applying different cell disruption methods (ball mill/ultrasonication/none).
The highest protein extraction yield was achieved with the ultrasound-assisted experiments,
attaining a 27%. No further purification was performed to isolate the extracted proteins.
Subsequently, Sed et al. conducted a study with the same microalgae, but using a new
NADES (based on a mixture of octanoic and dodecanoic fatty acids) and a sequential
two-stage extraction, consisting of a first extraction step using the solvent in its hydrophilic
form (recovering the proteins), and then a second phase with the solvent in its hydrophobic
mode, providing the solvent and other hydrophobic compounds. The protein extraction
efficiency achieved was 100% [119].

Hence, solvent extraction with DESs or ATPS-DES is a promising sustainable tech-
nique for protein recovery. However, there is still much scope to further investigate these
methodologies for microalgae protein extraction and also for the purification of the proteins
once they are extracted.

Table 2 compiles the protein recovery studies reviewed in this article, summarizing
the IL or DES employed, the salt or polymer used (in case of following ATPS approach),
the specific process conditions, and finally the protein yield addressed.

Table 2. Protein recovery from different microalgae with ILs, DESs, and ATPS shown in this review.

Microalgae
Strain

DES/IL Used
(Molar Ratio)

Salt/Polymer
Used (in Case

of ATPS)

Extraction Method
and Conditions Yield Reference

Spirulina
platensis

2-hydroxy
ethylammonium

acetate and
2-hydroxy

ethylammonium
formate

(1:1)

None

Single IL extraction
Allophycocyanin:

6.34 mg g−1

Phycocyanin:
5.95 mg g−1

Phycoerythrin:
2.62 mg g−1

[81]

US bath: 25 ◦C and 25 kHz

Solvent:Biomass concentration:
7.93 mL g−1

pH: 6.50

Extraction time: 30 min
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Table 2. Cont.

Microalgae
Strain

DES/IL Used
(Molar Ratio)

Salt/Polymer
Used (in Case

of ATPS)

Extraction Method
and Conditions Yield Reference

Haematococcus
pluvialis

Trihexyl(tetradecyl)
phosphonium bis-

325 triflamide
None

Single IL extraction, aided with
microgel particle emulsion

(concentration: 1 g L−1) Protein recovery:
>90%

[82]
Solvent:Biomass ratio 3:7

Mixing time: 120 min

Chlorella
vulgaris

Cholinium 2-
hydroxy-3-morpho

linopropanesulfonate
None

Single IL extraction

Protein recovery:
95.0 ± 1.9%

[83]
US: 400 W; 24 kHz; 5 s on/5 s off

pulse mode

pH: 7.00

Neochloris
oleabundans

Tributylmethyl
phosphonium
methyl sulfate
(40% solution)

None

Single IL extraction

Protein recovery:
80%

[84]
Biomass:Solvent concentration:

6.67 g L−1

Temperature: 45 ◦C

Extraction time: 30 min

Neochloris
oleabundans

Cholinium
dihydrogen

phosphate (14 wt%)

Polypropylene
glycol 440
(40 wt%)

IL-ATPS extraction

Protein recovery:
82%

[86]
Microalgae suspension: 2.5 mg

(dry weight)/mL

Extraction conditions: 50 rpm, 1 h

Room Temperature (RT)

Isochrysis
galbana

1-decyl-3-
methylimidazolium

chloride (15 wt%)

K3PO4
(20 wt%)

IL-ATPS extraction: 10,000 rpm,
10 min

Protein separation:
100% in the
top phase

[87]

Temperature: RT

Neochloris
oleabundans

and
Tetraselmis

suecica

Iolilyte 221PG Potassium
citrate

IL-ATPS extraction: 14,000 rpm
and 30 min

Protein extraction
efficiencies:

75–85%
(depending on the

tie lines)

[88]
Temperature: RT

pH: 7.0

Scenedesmus
dimorphus

(UTEX 1237)

1,2-propanediol;
chloine chloride;

water (1:1:1)
None

Single DES extraction: 250 rpm
and 24 h

Protein recovery
yield: 27% [118]Biomass:Solvent ratio: 10 g L−1

Temperature: RT
US: 40 min with a frequency of

20 kHz and a range of 70%

Octanoic acid and
dodecanoic acid

(1:1), plus a dilute
(5%) aqueous

solution of Jeffamine
D-230

None Single DES extraction, conditions
not correctly described in article

Protein extraction
efficiency: 100% [119]

4.3. Solvent Recovery Options

From an industrial point of view, recycling and reusing the solvents is essential
to achieve a cost-efficient process [120]. However, it is also vital to obtain the product
(proteins) without any impurity of solvent or by-product. Thus far, research has focused
on transferring the proteins from the matrix to the biodegradable solvent. However,
several issues such as solvent recycling, protein recovery from the biodegradable solvent,
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and potential solvent regeneration are not usually addressed and remain to be solved.
Mainly because of the low vapor pressure of the solvents used, the isolation of the proteins
from ILs or DESs by vaporization (the most extended method) is complicated, implying
protein degradation [100]. New approaches have been attempted, such as the use of resins,
ultrafiltration, adsorption [120,121]. Liquid–liquid re-extraction can be an efficient approach
to isolate the biocompounds and recover the solvent [122], although organic solvents could
be involved, limiting the greenness of the process.

The liquid–liquid re-extraction (or back-extraction) method is preferred for studies
concerning protein recovery. Nonetheless, little research has been reported about the
recovery problem of these new biodegradable solvents. For example, Zeng et al. used
a sodium dodecyl sulfate solution as a stripping reagent to recover the DESs employed
in a K2HPO4-ATPS system (choline chloride-urea, tetramethylammonium chloride-urea,
tetrapropylammonium bromide-urea, and choline chloride-methylurea). However, they
did not succeed, due to their hydrophilic character [24]. Li et al. managed to back-extract
the proteins from a DES-ATPS (K3PO4 and betaine-urea) by forming a new ATPS with
fresh K3PO4 aqueous phase mixed with ethanol (to improve the phase-forming ability
of the DES). The ATPS created was shaken mechanically for 12 min, and then the DES
phase was collected. Unfortunately, the highest back-extraction efficiency obtained was
relatively low (32.66%) [117]. In turn, Xu et al. studied the extraction efficiency for BSA
and trypsin with a DES-ATPS formed by K2HPO4 and choline chloride-glycerol, obtaining
extraction yields of 98.71 and 94.36%, respectively. Then, to obtain the BSA from the
DES-rich phase, 1.8 g of K2HPO4 were added to 0.27 mL to the DES-rich top phase,
forming a new DES-ATPS, fixing the ion strength by adding 3% solution of NaCl, they
obtain a highest back-extraction yield of 32.96% [116]. Similarly, Zhang et al. study BSA’s
extraction and back extraction efficiencies for two DES: tetramethylammonium chloride-
urea (TMAC-U) and tetramethylammonium chloride-glycerol-urea ternary (TMAC-G-U).
Once the extraction was performed and the DES phase-separated, they carried out the back
extraction by adding a solution of K2HPO4 (0.70 g mL−1) to create a new ATPS system. For
TMAC-G-U, the back extraction efficiency achieved was 71.88%, while for the TMAC-U,
only a modest 21.02% was reached. Thus, Zhang et al. confirmed that the main handicap
for back-extraction was the high interfacial mass transfer resistance between the two phases,
as the addition of glycerol reduced the mass transfer resistance. Furthermore, they also
checked the extraction capability of the DES used, showing that it still can be used for
further experiments (97.99% of extraction efficiency for new BSA added) [113].

Regarding ILs, there is even less investigation. The research discussed in Section 4.1
from Rodrigues et al. studied the recovery of the IL by using a precipitating agent (ammo-
nium sulfate), concluding that it could be reused up to three times, although the extraction
capabilities were reduced [81]. Alternatively, Orr et al. studied the recycling of the IL
employed for selective lipid extraction through anti-solvent precipitation, adding methanol
to the biomass-IL mixture. Then, the precipitated IL was separated from the biomass
by centrifugation, and finally, the methanol was eliminated via evaporation. Although
chlorophyll was also recovered along with the IL, they obtained an average recovery of
98.0%, showing a similar performance in further extraction cycles. Thus, more studies
focusing on the recovery of other impurities should be performed [123].

Furthermore, in the context of a biorefinery, these solvent recovery processes have not
been put into effect at an industrial level, although given the low toxicity of NADESs, they
might not need to be recovered, which would diminish the overall cost of the process [124].
Therefore, despite the bright present and future of biodegradable solvents, there is an
urgent need to develop green, reliable, and straightforward methods that will enable us to
recover and purify the proteins and that allows correct recycling and regeneration of the
solvent used so that the environmental impact is minimized or negligible. The current state
of the art is in its infancy, and there are very few studies dealing with protein purification
or solvent recovery issues.



Appl. Sci. 2022, 12, 2391 13 of 18

5. Conclusions and Future Perspectives

To solve the upcoming protein shortage, new alternatives to animal protein must
appear, reducing the environmental consequences of current protein production processes.
Microalgae biorefinery is a bright answer to this problem because it is an excellent protein
source (around half of the microalgae dry weight is protein, containing all nine essential
amino acids). At the same time, these microorganisms can reduce atmospheric CO2. How-
ever, the recovery of proteins from the microalgae matrix is complicated, and it is usually
considered the bottleneck of the process. For protein recovery, multiple available techniques
allow protein obtaining, and depending on their fundamentals, different purity levels will
be attained. All the techniques discussed in this review have different advantages, but they
also present some drawbacks. For example, despite precipitation being a straightforward
approach, still low yields are obtained, while chromatography provides high efficiencies,
but it is challenging to scale up the process. The solvent extraction method is one of the
most employed, yet organic solvents go against the sustainability desirable for the process.
In this context, ILs, and especially DESs, have been revealed as a greener alternative for
protein extraction due to their excellent physicochemical properties that enable an efficient
and environmentally friendly recovery.

There is no doubt that biodegradable solvents will be the key to new green processes
for obtaining many bioactive compounds. Nevertheless, more efforts are needed to in-
vestigate ILs and DESs limitations, and consequently, the ATPS approach. In particular,
from our view, forthcoming studies and developments should focus on: (I) preparing
more efficient DESs or NADESs to extract protein from microalgae, as they stand as a
more environmentally friendly protein source; (II) recovering the proteins sustainably from
the solvent, paying attention to how to reuse the solvents employed in further extraction
procedures; (III) fully understanding the nature and behavior of DESs and ATPS systems,
in order to obtain more selective solvents for the analyte to be separated. Shedding light on
these items would provide incredible advances not only for microalgae protein extraction
but also in separation science.
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