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Gene therapies, drug delivery systems, vaccines, and many other therapeutics, although seeing
breakthroughs over the past few decades, still suffer from poor stability, biocompatibility, and targeting.
Coacervation, a liquid-liquid phase separation phenomenon, is a pivotal technique increasingly
employed to enhance the effectiveness of therapeutics. Through coacervation strategies, many current
challenges in therapeutic formulations can be addressed due to the tunable nature of this technique.
However, much remains to be explored to enhance these strategies further and scale them from the
benchtop to industrial applications. In this review, we highlight the underlying mechanisms of coacerva-
tion, elucidating how factors such as pH, ionic strength, temperature, chirality, and charge patterning
influence the formation of coacervates and the encapsulation of active ingredients. We then present a
perspective on current strategies harnessing these systems, specifically for nucleic acid-based
therapeutics. These include peptide-, protein-, and polymer-based approaches, nanocarriers, and hybrid

Received 25th October 2024, methods, each offering unique advantages and challenges. Nucleic acid-based therapeutics are crucial

Accepted 27th November 2024 for designing rapid responses to diseases, particularly in pandemics. While these exciting systems offer
DOI: 10.1039/d4sm01253d many advantages, they also present limitations and challenges which are explored in this work. Exploring
coacervation in the biomedical frontier opens new avenues for innovative nucleic acid-based

rsc.li/soft-matter-journal treatments, marking a significant stride towards advanced therapeutic solutions.

to create self-assembled structures, such as micelles,>®*>™**

vesicles,*** and fibers.*”*® The properties and applications
of coacervates depend on the nature, composition, and ratio of
the macromolecular components,**™>! as well as on the envir-
onmental factors, such as salt concentration,**°*%* pH,>™¢
temperature,®”>° and additives.>°*°

In the biomedical field, coacervation is significant for its
ability to encapsulate biomolecules, thereby enhancing
their kinetic stability and delivery.®* Encapsulation is particu-
larly important for nucleic acid-based therapeutics, which are
otherwise chemically unstable and vulnerable to enzymatic

1. Introduction

Complex coacervation is a process of liquid-liquid phase
separation that occurs in solutions of oppositely charged
macromolecules," such as proteins,> polysaccharides,>
polynucleotides,® synthetic polymers,” surfactants,” and their
combinations.*® The driving force for coacervation is the
electrostatic attraction between the charged groups of the
macromolecules,>**° which is balanced by the entropic effects
of the release of counterions and water molecules from the
macromolecular complexes.' ™" The resulting coacervate

phase consists of microenvironments with a concentrated
mixture of the interacting macromolecules without the need for
membranes,* while the supernatant phase is depleted of
them.">'® Coacervation was first observed by Bungenberg de
Jong and Kruyt in the early 1900s in solutions of gelatin and
gum arabic,'” and since then it has been extensively studied
and applied in various fields, such as food science,"® ! perso-
nal care products,”*>* biotechnology,>*** medicine,**>° and
materials science.?®2%3! Coacervation can be used to encapsu-
late, protect, and deliver biomolecules,**** such as

proteins,* 7 enzymes,”*® and nucleic acids,***°™*! as well as
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degradation® and have difficulties passively crossing the
negatively charged biological membranes.®* The importance
of nucleic acid encapsulation extends beyond mere protection;
it is a pivotal step in the stabilization of therapeutic molecules,
which are often subject to the rigors of the cold supply chain.®
The cold chain ensures precise temperature control to prevent
degradation, which can significantly increase the cost and
complexity of delivering these sensitive treatments, especially
in resource-limited settings.®® Coacervation-based encapsula-
tion offers a promising avenue in this regard. By creating
microenvironments that shield nucleic acids from thermal
fluctuations and enzymatic activity, as well as allowing the
potential for controlled release of the therapeutic cargo,®”*®
coacervation can potentially reduce or eliminate the need for
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cold chain logistics, thereby simplifying the distribution and
storage of nucleic acid-based therapeutics. This could lead to
more equitable healthcare delivery and a broader reach of life-
saving treatments, particularly in areas where cold chain infra-
structure is lacking or non-existent.

In this review, we provide a perspective on coacervation as a
pivotal technique for nucleic acid delivery. We delve into the
factors that influence coacervation processes and examine the
various encapsulation methods that harness peptides, proteins,
and polymers. The applications of coacervation in gene ther-
apy, drug delivery systems, and vaccines will be highlighted,
alongside a critical analysis of the challenges and limitations
inherent to these approaches. Finally, we cast a forward-looking
gaze at the future perspectives and research directions, dis-
cussing advanced coacervation techniques, targeted delivery
systems, and the burgeoning potential of combination thera-
pies. This review aims to provide a thorough understanding of
the current landscape and the exciting possibilities in the realm
of nucleic acid delivery.

2. Coacervation mechanisms and
complex morphology

The complex coacervation process is a fascinating phenomenon
predominantly occurring in colloidal systems, where two or
more oppositely charged polymers interact in solution to form a
dense, polymer-rich phase known as a coacervate, alongside a
dilute polymer-poor phase referred to as the supernatant.” This
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phase separation is driven by electrostatic interactions between
the charged groups of the polymers, leading to the aggregation
and subsequent phase separation from the bulk solution. The
mechanism behind complex coacervation involves a delicate
balance of intermolecular forces, including electrostatic inter-
actions, hydrogen bonding, and van der Waals forces, coun-
tered by the entropy-driven tendency of the system to remain
mixed"®® (Fig. 1(A)). The entropic gains from the release of
counterions are another significant driving force for phase
separation.”® In coacervation, while the oppositely charged
polymers are aligning into condensates and therefore losing
their local entropy, counterions are gaining their translational
entropy by getting released into the supernatant.”

Depending on the structure and charge patterning of the
polyelectrolytes within the system, various morphologies are
possible for coacervates. A mixture of homopolymers leads
to bulk phase separation.*>®””! The addition of a hydrophobic
block to the polyelectrolyte can cause the formation of micelles
with coacervate corona structures.*””> If hydrophilic but
uncharged blocks (such as poly(ethylene glycol) (PEG)) are
added to polyelectrolytes, coacervate-core micelles (C3Ms)
become possible instead.”>”’> Hydrogel-like coacervate net-
works can be formed under higher concentrations of tri-block
copolymers.®”””®”” Although many complex morphologies are
possible, here the structure and applications of bulk coacervate
droplets, C3Ms, and coacervate-based hydrogels are high-
lighted (Fig. 1(B) and Table 1).

Bulk coacervate droplets are usually not stable structures for
drug delivery as they coalesce after some time.’*" On the other
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Fig. 1 Coacervation mechanisms and the effect of polymer structure on complex morphology. (A) In complex coacervation, polycations paired with
negatively charged counter ions (e.g., bromine) can interact with polyanions paired with positively charged counter ions (e.g., sodium). Electrostatic
interactions, hydrogen bonding, and van der Waals interactions are possible among all components within the aqueous solution. The dense coacervate
droplets have high concentrations of the oppositely charged polyelectrolytes and encapsulate the nucleic acids, while the counter ions are released into
the supernatant and help drive phase separation with the entropic gains of their release. (B) Homopolymers made of charged monomers form bulk
complex coacervate droplets, di- and tri-block copolymers consisting of charged and uncharged sections can lead to coacervate-core micelles and
crosslinked hydrogels, respectively (Created in BioRender. Mirlohi, K. (2024) https://BioRender.com/147c078).
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Table 1 Comparison of coacervation-based morphologies for biomedical applications. An overview of different coacervation-based morphologies,
their polymer composition, biomedical applications, advantages, and disadvantages. This table highlights the versatility and challenges associated with
bulk coacervates, coacervate-core micelles, and coacervate-based hydrogels in the context of nucleic acid delivery systems

Morphology Polymers

Biomedical application example Advantages

Disadvantages

Bulk
coacervate and biomimetic adhesives,”®
protocells,”® bioimaging®

Coacervate- Di-block Drug delivery, bioimaging®”

core copolymers

micelles

Coacervate- Tri-block Tissue engineering,®” wound
based copolymers healing®®

hydrogels

hand, micelles, specifically polymeric micelles, are commonly
employed structures as therapeutic carriers due to their stabi-
lity in low concentrations, their clinically relevant size of
10-100 nm,*® their ability to encapsulate and deliver hydro-
phobic drugs within their hydrophobic core, the opportunity to
functionalize their surface for better targeting, and, lastly, their
potential for concurrent delivery of multiple active
ingredients® (Table 1). These versatile micelles can also incor-
porate coacervates within their core. For example, in a study by
Vogelaar and coworkers, an antibiotic called colistin was com-
plexed with poly(ethylene oxide)-b-poly(methacrylic acid) (PEO-
b-PMAA) block copolymers to form C3Ms.?® Colistin is used as a
last resort treatment against Gram-negative bacterial infec-
tions, and their work showed decreased enzymatic degradation
after complexation. Based on the entropy-driven mechanisms
shown in Fig. 1, polymeric micelles can be prepared solely
through the reduction of free energy.’”> However, it must not be
concluded that enthalpy never plays a role. For example, under
diluted conditions, polymeric micelles that have formed solely
based on entropy gains can dissociate, making them unfit for
parenteral (beyond intestinal) drug delivery applications.®”
Although isothermal titration calorimetry (ITC) measurements
confirm that coacervation is not dominated by enthalpic
effects, they confirm the experimental observations of enthal-
py’s role in coacervation: enthalpy has a small, positive con-
tribution to coacervation.”

Lastly, coacervate-based hydrogel systems can be used for
various drug delivery purposes where other methods might not
be as effective, such as for oral ulcers. In their study, Chen and
coworkers developed coacervate-based hydrogels composed of
Pluronic F68 (F68) and tea polyphenols (TP) and reported that
the F68-TP coacervates attached to porcine skin easily.®® They
demonstrated that their hydrogel system effectively addresses
the issue of poor adhesion seen in conventional drug delivery
systems within the moist environment of the mouth, while also
accommodating the frequent movements of the lips. In sum-
mary, bulk coacervate droplets, micelles, and coacervate-based
hydrogels each serve specific purposes in therapeutics. Bulk
coacervates, while less structurally stable due to coalescence,
are foundational in the study of phase separation. Polymeric
micelles stand out for their stability, encapsulation capabilities,
and potential for targeted delivery, making them invaluable for
drug delivery applications. Lastly, coacervate-based hydrogels

10 | Soft Matter, 2025, 21, 8-26

Homopolymers Coating material for cell culture Simple preparation,® easier characterization®!

Limited control over struc-
ture, the potential for coa-
lescence, and instability®

High stability, therapeutically preferred size (10-100 Challenging synthesis, the
nm),**"® promoted cellular uptake,®® facilitated
endosomal escape, tunable properties®®

High mechanical strength, flexibility, and tunable
degradation rates®

potential for aggregation®®

Challenging crosslinking
process,”” potential for
cytotoxicity®®

are exceptionally suited for localized treatments like oral ulcers,
offering improved adhesion and flexibility (Table 1).

3. Factors affecting coacervation

The formation of coacervates can be influenced by several
factors essential to understanding the precise design and
application of coacervate-based systems. Additionally, the abil-
ity to control phase behavior using a multitude of factors makes
coacervation a wonderful technology for biomedical applica-
tions due to its tunability. Factors such as ionic strength, pH,
temperature, and polymer structure and concentration play
crucial roles in modulating coacervation.”*

3.1 Environmental effects

3.1.1 Ionic strength. The ionic strength present in the
solution is determined by the presence of charged species in
the solution, which in turn controls the electrostatic interac-
tions among the species involved in coacervation.**>
salt concentration refers to the specific amount of added salt
that prohibits phase separation.’>® Beyond this concentration,
the electrostatic attraction between oppositely charged mole-
cules is significantly reduced, leading to a decrease in coacer-
vate yield.®” Salt resistance is the ability of a coacervate system
to maintain phase separation and stability despite increasing
ionic strength."® For instance, in the coacervation of lacto-
ferrin and f-lactoglobulin, no microscopic phase separation
was observed beyond a salt concentration of 20 mM, and the
coacervate yield decreased drastically with increasing NaCl
concentration from 0 to 60 mM.®” Similarly, the coacervation
of hyaluronic acid and chitosan showed a strong dependence
on ionic strength, with phase separation being almost unob-
servable at ionic strength >1.5 M NaCl.* Salt ions affect the
coacervation of nucleic acids in various ways.'°® In their study,
Onuchic and coworkers showed that an increase in the concen-
tration of divalent Mg** reduces coacervation, demonstrated by
a decrease in turbidity in systems of arginine-rich-peptide (RP3)
and polyU (RP3-polyU)."*" They discuss that this agrees with
their previous findings about monovalent (Na") cations which
also reduce the propensity of phase separation, but divalent
ions are more effective. Onuchic et al. studied other divalent
cations such as Ca®>" and Sr**, both of which had lower

Critical
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concentration thresholds required for phase separation. They
argue that this might be due to the difference in charge density
known to have extreme effects on RNA stability; for example,
Ca®" and Sr** better screen the charge of the phosphate back-
bone in RNA molecules and have weaker interactions with RNA
compared to Mg”". Additionally, they showed that the RP3-
polyU droplets become substantially more fluid as the concen-
tration of Mg”" increases from 0 mM to 100 mM.'”" Many
groups have analyzed the effects of salt concentration on
nucleic acid coacervates,'® % the more nuanced works of
whom fall outside the scope of this paper. However, these
findings highlight the critical role of ionic strength in modulat-
ing the formation and stability of coacervates in various
systems.

3.1.2 pH. The pH affects the charge of the polymers
involved, which in turn influences their interactions, the extent
of coacervation, and the structure of the coacervate phase.'®® To
study the intricacies of the effects of pH on polymer interac-
tions, the acid dissociation constant (pK,) and the isoelectric
point (pI) of these molecules must be considered. The pK, of a
polymer determines the pH at which half of the molecules of
that species are deprotonated.'®*'®® It is a measure of the
strength of an acid in solution. Lower pK, values indicate
stronger acids that donate protons more easily. At pH < pK,,
the group is protonated, whereas at pH > pK,, the group would
be deprotonated. The pI is the pH at which a molecule carries
no net electrical charge, meaning that the negative and positive
charges balance each other out. More explicitly, at pH < pI the
molecule carries a net positive charge, whereas at pH > pI the
molecule carries a net negative charge. Therefore, the pK, and
pI values must be accounted for to understand the extent and
structure of the coacervate phase forming among polymers
made up of ionizable groups.
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For example, amino acids are weak polyelectrolytes known
for the shift in their charge profile depending on the pH of their
environment.'**° Amino acids have at least two pK, values,
one for the carboxyl group and one for the amino group, but
they can have more pK, values depending on their side chains.
Therefore, pH controls the overall charge of peptides and
polypeptides made of ionizable amino acids.'®® Similar princi-
ples apply to other polymers consisting of ionizable groups.
For many systems, maximum electrostatic interactions and
therefore coacervation are observed when the oppositely
charged species have balanced charges, corresponding
to charge neutralization.” This means that if two polymers
with similar pK, values are studied, they would achieve max-
imum complexation at balanced charges whereas with off-
stoichiometric ratios, they would not experience the same
extent of electrostatic affinity (Fig. 2(A)). To achieve both a
balance of charges and more possible electrostatic interactions,
an option is to use polymers with different pK, values and
conduct experiments at a pH away from both of their pk,
values, meaning that they would both be fully charged. For
example, lysine, with a pK, of approximately 11, and glutamate,
with a pK, of approximately 4, exhibit distinct ionization
behaviors at physiological pH'" (Fig. 2(B)). The Henderson-
Hasselbalch equation elucidates that at pH values ~2 units
away from pK,, the charge of the amino acids will be close to
+1.79%"" At pH 7, lysine’s amino group remains protonated,
resulting in a positive charge, while glutamate’s carboxyl group
is deprotonated, giving it a negative charge. Consequently,
homopolymers of lysine and glutamate would be fully charged
at pH 7. This understanding is essential for predicting the
electrostatic interactions and coacervation behavior of polypep-
tides, as the balanced charges at pH 7 lead to optimal condi-
tions for coacervation.

=

[ [ ) pH < pKa for p-Lys
pH > pKa pH ~ pKa PH < pKa PH > pKa for p-Glu
Unbalanced Charges Balanced Charges Unbalanced Charges Balanced Charges
L J{ ) L Maximum Interactions )
4 B & B 46 B\ s ™

18 B

Fig. 2 A schematic demonstrating the effect of pH relative to pK, and the balance of charges of the polymers present in the solution on phase
separation. The charge density of polymers involved in coacervation depends on the pH relative to their specific pK, values. (A) In the coacervation of
polymers with similar pKj, values, as the pH approaches the pK, of the polymers, their charges become more balanced, with nearly half of their ionizable
charges protonated and the other deprotonated. While the polymers are not fully charged at this pH, their balanced charges improve their electrostatic
interactions, consequently leading to phase separation. (B) In the coacervation of polymers with pK, values further apart, the optimal pH for phase
separation is away from the pK, of both polymers. At this pH, they are both fully charged, and the opposite charges are also balanced, leading to an
increase in electrostatic interactions. Schematics below each box illustrates relative charge of each species (Created in BioRender. Mirlohi, K. (2024)

https://BioRender.com/r80p465).
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Sensitivity to pH can allow control over the behavior of drug
delivery systems that leverage coacervation, where they can
release the cargo at specific pH ranges. For example, the
targeted treatment of ulcerative colitis has been a challenge
due to the wide pH range, and coacervate droplets containing
emodin as the active ingredient have shown great promise due
to their high stability and pH-responsive release behavior.'?
These concepts can be applied to the delivery of nucleic acids as
well. In a study, Sun and coworkers designed histine-rich beak
peptides (HBpep-K) that were redox- and pH-sensitive.'"® They
were able to modulate the pH sensitivity of their peptide by
conjugating the only lysine residue with a self-immolative
moiety (HBpep-SR). At neutral pH, HBpep-K remains dissolved
in the solution. However, when the sole lysine residue is
modified with a self-immolative group, it can phase-separate
into coacervates. In a reducing environment like the glu-
tathione (GSH)-rich cytosol, HBpep-SR undergoes reduction,
leading to self-catalytic removal of the SR group. This process
causes the coacervate to disassemble. When HBpep-SR forms
coacervates near neutral pH, it can encapsulate macromolecu-
lar therapeutics such as mRNA.""™® Upon exposure to cells, these
therapeutic-loaded coacervates can cross the cell membrane
through an energy-independent pathway, potentially involving
cholesterol-dependent lipid rafts. Once inside the cytosol, the
coacervates are reduced by GSH, leading to their disassembly
and the release of the therapeutic agents. The pH-responsive
behavior of coacervates can also help with modeling
membrane-less organelles.' ™"

3.1.3 Temperature. Temperature is another environmental
factor that can control phase separation. This is especially
helpful considering that different sites in the body can have
different temperatures. An example is the increased tempera-
ture at sites of inflammation, which means the possibility of
controlled and more targeted release of cargo encapsulated
within the coacervate phase.’*® It is also noteworthy that this
process can be reversible with varying upper critical solution
temperatures (UCST) and lower critical solution temperatures
(LCST) in different systems.’® The UCST is the temperature
above which the components of a mixture are completely
miscible in all proportions while the LCST is the temperature
below which the components are completely miscible.""”
Hence, understanding the roles of UCST and LCST is crucial
for designing any delivery system that may experience a tem-
perature gradient to predict the formation or dissociation of the
delivery system. Temperature has been employed as a control
factor for the phase separation of nucleic acids in coacervates.
For example, Deng and Huck encapsulated polyU and spermine
coacervates with LCST = 20 °C within liposomes and induced
temperature change."'® They showed that when the tempera-
ture was lower than the LCST, the coacervates gradually dis-
solved, whereas at a temperature above the LCST, a range of
small coacervates formed which coalesced into a large coacer-
vate over time. The fully reversible temperature-dependent
behavior of these carriers is a look into their potential for
biological compartmentalization. Deng and Huck also explored
the incorporation of dsDNA molecules into the liposomes with
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polyU/spermine complex coacervates and observed that
at temperatures above LCST the dsDNA was encapsulated
whereas when temperature dropped below the LCST, the
dsDNA was released.’*® In addition to the nuanced roles that
temperature plays in each specific system, temperature can also
modulate the solubility and the molecular interactions of the
polymers."™® An increase in temperature can lead to enhanced
molecular motion, potentially disrupting the coacervates, while
a decrease may stabilize them by reducing thermal
agitation.">>'*" The specific coacervate system must be studied
to determine the precise effect of temperature on phase
separation.

In addition to environmental factors such as pH and tem-
perature affecting phase behavior, the characteristics of coa-
cervate systems can be specifically chosen based on the desired
application. The presence of salt ions in the solution affects the
ionic strength of the system, and working with the temperature
of the solution, they affect phase separation. Certain salts can
increase the stability of polymers in the solution by enhancing
their solubility which explains the thermo-responsive lower
critical solution temperature (temperature below which the
components of a mixture are completely miscible in all propor-
tions) of such polymers.'*

3.2 Polymer and system effects

The choice and design of monomers and the respective poly-
mers involved in a system affects the possible and potential
interactions within that system. For example, the concentration
and properties of the present polymers play crucial roles.
Polymer concentration determines the viscosity and the extent
of the phase separation; higher concentrations favor coacerva-
tion by increasing the probability of intermolecular
interactions."” Polymer structure, such as the chirality of
monomers and charge patterning of the polymer, can deter-
mine the morphology and stability of the complexes formed in
each system.'?® Charge patterning can dictate the phase beha-
vior of coacervates and shift the binodal phase boundary,
providing entropic advantages and influencing the thermody-
namics of coacervation.’® Chirality can influence biochemical
interactions at a molecular level. In biomedical contexts, chir-
ality can influence protein adsorption, cell adhesion, and
subsequent behaviors which are crucial for the design of chiral
biomaterials.”® Chirality of polymers also affects the phase
behavior of their mixture. Studies show that the presence of
racemic polymers provides the opportunity for coacervation,
whereas mixing homochiral polymers often yields precipitates
and solid aggregates.'>**?”

The length and number of strands of the nucleic acid
significantly influence phase separation, hence the stability
and formation of coacervates."*® Longer nucleic acids provide
more binding sites for electrostatic interactions with the coa-
cervate matrix, enhancing the stability of the encapsulated
complex.”” This increased interaction can lead to a more
robust coacervate structure, capable of protecting the nucleic
acid from degradation. Lebold and Best showed that phase
separation is favored more in a 40-nucleotide ssDNA compared

This journal is © The Royal Society of Chemistry 2025
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to a 20-nucleotide ssDNA, and that this trend appears to hold
for DNA lengths several orders of magnitude larger than the 20-
and 40-nucleotide strands they used.'?® Additionally, Lebold
and Best demonstrated that phase separation with dsDNA was
favored over the more flexible ssDNA. Their results align with
what Wand and coworkers noted in their work, where they
found that coacervates composed of B-sheet poly(amino acid)s
demonstrated greater protein encapsulation efficiency due to
their reduced entropy and flexibility.*** The work of Lebold and
Best is investigated in more detail in Section 4.6, where the
importance of their findings for hybrid systems that involve
nucleic acids and other biomolecules is highlighted.

The sequence of nucleic acids can be pivotal for phase
separation as it directly affects the electrostatic interactions
based on the charge and polarity of the nucleotides, for
example, guanine and cytosine have high charge densities. It
is important to note that all the aforementioned factors play a
role in the balance of electrostatic interactions, rather than
having a clear and established role without any exceptions. To
determine an outcome for specific systems, all species involved
must be considered. For example, even though the charge
density and secondary structure (when present) of nucleic acids
seem like inherent factors in changing the encapsulation
efficiency of a system, some studies suggest that it is much
more complex than that. In their work, Frankel et al. compared
an RNA sequence with no known secondary or tertiary structure
(HH16 S) with another RNA sequence that has significant
secondary structure (HDV E ribozyme)."*" They studied these
oligonucleotides’ ability to displace ATP in the coacervate phase
with PAH and found that there was no apparent dependence on
secondary structure. They argued that this could be explained
by the strong affiliation of RNA nucleotides with PAH in
coacervates due to their multivalency compared to ATP. This
is just one example of how convoluted and intertwined factors
affecting coacervation can be. To have clear and reliable sets of
design rules for coacervate encapsulation systems for nucleic
acids, much more research is required, both experimental and
computational.

A critical decision in the design of encapsulation systems is
the choice between binary and ternary systems. In binary
systems, cargo, such as nucleic acids, serves as one of the
phase-separating species. Conversely, in ternary systems,
nucleic acids are sequestered within the coacervate phase
through electrostatic interactions. Both binary and ternary
coacervate systems offer distinct advantages. Binary systems
are the most prevalent and their formation is more precisely
regulated by the stoichiometry of the involved species, ionic
strength of the solution (e.g., salt presence), and pH.>>3*133
On the other hand, ternary systems made with polymers of
similar length demonstrate higher salt resistance and can form
over a wider range of polymer ratios compared to binary
systems.’®>'* This increase in salt resistance and phase
separation being possible at broader species ratios means
environmental factors exert less influence on their formation,
viscoelastic behavior, and stability.>>**>"'3* A notable challenge
for binary coacervate systems is that not all targeted cargo

This journal is © The Royal Society of Chemistry 2025
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possesses sufficiently strong charges to bind effectively and
remain associated with the oppositely charged species. Ternary
systems, however, provide the capability to encapsulate even
weakly charged cargo.*>'** These systems are discussed further
in Section 5.4.

In summary, the control of coacervation in biomedical
applications hinges on a deep understanding of these factors.
By manipulating pH, ionic strength, temperature, chirality, and
charge patterning, researchers can design coacervate systems
with desired properties for specific biomedical purposes. The
interplay of these factors determines the efficiency and func-
tionality of coacervates in various biomedical contexts. These
parameters collectively dictate the physiochemical environ-
ment that governs coacervation. Adjusting these parameters
can finely tune the formation, stability, and properties of the
coacervates, making them suitable for various applications.'*®

4. Phase separation strategies
involving nucleic acids

Understanding the behavior and properties of complex
coacervates, especially those involving nucleic acids, sheds
light on the fascinating world of intracellular organization
and function, as well as developing therapeutics and drug
delivery systems. The efficient delivery of nucleic acids to target
cells in vivo presents a formidable challenge.”*”"**® These
molecules, crucial for gene therapy and other therapeutic
applications,®>'?° face rapid degradation in biological
media'*®**! and swift clearance from circulation.'*®'** To fully
harness their therapeutic potential, they require sophisticated
delivery systems that protect them, facilitate their transport to
specific tissues, and ensure their functional integrity.

4.1 Incorporating peptides

Peptide-based coacervation relies on the self-assembly of pep-
tides to form coacervates. This method benefits from the
functional diversity of amino acids, allowing for the design of
peptides with tailored phase separation properties and selective
uptake of nucleic acids. In a study by Vieregg and coworkers,
the interactions between DNA and polypeptides were
explored.'” They observed the effects of salt concentration
and temperature on the phase separation of coacervate systems
involving single-stranded DNA (ssDNA), double-stranded DNA
(dsDNA), and poly(r-lysine) (pLys). They also experimented with
the influence of the number of nucleotides (nt) and base pairs
(bp) in their ssDNA and dsDNA respectively, as well as the
number of amino acids in their pLys. Their studies showcase
the tunability of peptide-nucleic acid coacervates comprehen-
sively (Fig. 3).

The complex coacervation of dsDNA and polycations is less
broadly studied due to precipitation, in contrast to the inter-
actions between more flexible nucleic acids such as ssDNA and
polycations which lead to liquid droplets (Fig. 3(A)). By explor-
ing this less-studied case, Vieregg and coworkers showed that
short dsDNA and pLys can escape precipitation."*® For their
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observed complex phase diagram with liquid crystal (LC) meso-
phases in bulk dsDNA, they argue that short dsDNA supramo-
lecular aggregation and packing in the dense coacervate phase
are the main phase behavior regulating parameters. Their work
provides a deeper understanding of LC-coacervates which in
turn may demystify structures and phase transition mechan-
isms in biomolecular condensates. Additionally, understanding
these mechanisms can help with the design of stimuli-
responsive synthetic self-assembled compartments, exploiting
the prebiotic evolution of nucleic acids and peptides.'** Vieregg
et al. used bright-field and polarized transmitted optical micro-
scopy to observe the phase behavior of a charge-balanced
sample at different salt concentrations. At [NaCl] < 700 mM,
they only observed precipitate-like birefringent structures
(Fig. 3(B)). At 800 mM < [NaCl] < 900 mM, fluid coacervate
droplets formed (Fig. 3(B)). They showed the dehydration and
rehydration of the coacervate LC mesophase transitions and
observed the mixtures melting at ~51 °C (Fig. 3(C)). Addition-
ally, they studied the changes in the solubility of 66 nt
ssDNA and 66 bp dsDNA complexed with 10, 30, and 50 amino
acid pLys as they increased [NaCl] from 0 to 1000 mM. The
transition to a single-phase state at higher salt concentrations
was inconsistent for mixtures with sSDNA or dsDNA. However,
for all systems, phase separation disappeared at NaCl concen-
trations of 1 M or higher, resulting in a uniform phase
(Fig. 3(D)).

Coacervation has also been instrumental in advancing gene
therapy by providing a means to protect and deliver genetic
material effectively."**'** Peptide-based coacervates have been
utilized for their high loading efficiency and excellent

14 | Soft Matter, 2025, 21, 8-26

biocompatibility, which are essential for the delivery of ther-
apeutic genes."*>'” These coacervates facilitate the modula-
tion of gene expression and have been applied in the treatment
of various biological diseases.*®'**”'*! The CRISPR gene ther-
apy paradigm, in particular, has benefited from coacervation
techniques, which have improved the delivery and stability of
CRISPR/cas9 components, thus enhancing the precision and
efficiency of gene editing®® (Fig. 4). For example, Abbasi and
coworkers were able to co-encapsulate Cas9 mRNA and guide
RNA in coacervates for genome editing in mouse brain, demon-
strating the potential of coacervation for in vivo genome
editing.™?

A recent study by Aman et al. demonstrated the use of
gamma-modified peptide nucleic acids to facilitate targeted
DNA invasion, showcasing the potential of peptide-based coa-
cervation in gene editing technologies.'>® Aman and coworkers
explored the integration of functional peptides into nucleic
acid-based nanostructures and highlighted the enhanced bio-
logical activity and emerging properties achieved through their
approach.' Their findings confirmed that T7 endonuclease I
(T7EL a structure-selective enzyme) can efficiently cleave DNA
invaded by PNAs and demonstrated the potential of their
system for targeted DNA cleavage.

4.2 Incorporating proteins

Protein-based coacervation is a nature-inspired approach for
compartmentalization and protection of molecules such as
nucleic acids. A factor making proteins great molecules for
forming complex coacervates with nucleic acids is the diversity
of possible interactions between these molecules.'* In a study,

This journal is © The Royal Society of Chemistry 2025
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Kaushik and coworkers examined the interpolymer interactions
between elastin and DNA.'® Interestingly, they found that
complex coacervation was possible even when the concentra-
tions of both elastin and DNA were extremely low (between 1
and 35 ppm). They argue that this phenomenon is explained by
the ubiquity of DNA-protein interactions that can lead to self-
assembled phases. This makes these systems extremely useful
in biological applications, as high concentrations of bio-
molecules such as nucleic acids may not always be easily
available.

In a study by Zhang and coworkers, the ability to store tau
protein reversibly in complex coacervates with RNA was
explored.’®® Tau is a neuronal protein that forms aggregates
in the form of insoluble fibers through self-assembly in several
neurodegenerative diseases such as Alzheimer’s disease. Addi-
tionally, it was observed that in human neuronal cell culture,
tau selectively binds to tRNA.'*® Zhang et al. discovered a state
where many tau molecules maintain their solubility and
native-like conformation in protein-rich coacervate droplets
with RNA as the negatively charged constituent, which
were shown to coalesce in vitro.">® Their work demonstrated
that tau-RNA droplets are responsive to changes in temperature
and salt concentration. Consequently, these results showed the
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physiochemical properties of tau that may cause it to have
changes associated with neurodegenerative disease.

4.3 Incorporating polymers

Polymer-based coacervation involves the use of polymers to
encapsulate nucleic acids, offering protection against enzy-
matic degradation and facilitating cellular uptake. The design
of polymer-based nanoparticles has been a focus of recent
research, aiming to ensure targeted delivery and controlled
release of therapeutic nucleic acids.'®'*”"® Innovations
in this field have led to the development of novel delivery
systems for a broad range of infectious, chronic, and genetic
disorders.">*">

Frankel et al studied the complex coacervation of
poly(allylamine hydrochloride) (PAH, 15 kDa) with anionic
nucleotides adenosine 5’-mono-, di-, and triphosphate (AMP,
ADP, ATP)."*" In their work, they explored the effect of PAH and
nucleotide concentrations on the turbidity of solutions. They
also measured turbidity as a function of PAH concentration
with 2.5 mM ATP, 3.3 mM ADP, and 5 mM AMP (Fig. 5(I)).
Additionally, they acquired optical micrographs of PAH/nucleo-
tide coacervate droplets, where they mixed 38.5 uM PAH, 2 mM
HEPES at pH 7, and with 5 mM Mg>" (Fig. 5(II)). From their
turbidity studies, they concluded that the coacervation between
the nucleotides and PAH was maximal near charge neutraliza-
tion which is consistent with previous studies.

The greater capacity of ATP and ADP to counteract PAH
compared to AMP is evident in the broader range of PAH
concentrations that exhibit liquid-liquid phase separation for
the more strongly charged nucleotides.”®® When nucleotides
were present at higher concentrations, samples sustained their
turbidity at higher polyamine concentrations up to at least 100
UM PAH. Their work also suggested nucleotide self-association
(Fig. 5(I)). They observed AMP-containing aggregates at 10 mM,
which they argue might be due to poor packing of the solid
particulates, which even after centrifugation did not show any
compression (Fig. 5(II)).

A notable system that incorporates polymers in a coacervate
delivery system is the use of chitosan, a natural biocom-
patible polysaccharide, to form DNA nanoparticles for oral
allergen-gene immunization. In a study focused on peanut
antigen-induced murine anaphylactic responses, Roy and co-
workers showed that oral administration of chitosan-DNA
nanoparticles led to gene expression in the intestinal
epithelium."®® Mice treated with nanoparticles containing a
dominant peanut allergen gene (pCMVArah2) produced secre-
tory IgA and serum IgG2a. Compared to non-immunized mice
or those treated with naked DNA, the immunized mice exhib-
ited a significant reduction in allergen-induced anaphylaxis, as
evidenced by lower levels of IgE, plasma histamine, and vas-
cular leakage. Their findings highlight the potential of poly-
mer-DNA nanoparticles in modulating immune responses,
especially notable for the biocompatibility of natural polymers
such as chitosan.

In another study, Nishida and coworkers synthesized ligand-
installed block copolymers for systematic delivery of siRNA,
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successfully silencing the E6 and E7 human papillomavirus
(HPV) oncogenes.'®* They created micelles with ligand-
installed, functionalized cRGD-PEG-PLK and siRNA, specifically
designed to target the cancer cell surface. Their results from
mice treated with these micelles for tumors demonstrated the
great therapeutic potential of these systems against HPV-
associated cancer. Other groups have incorporated uncharged
functional polymers in poly-lysine/pDNA to make ternary com-
plexes and achieved enhanced in vitro gene transfection with-
out cytotoxicity, and take a step toward developing innovative
gene and drug delivery systems.'®® In addition to delivery
advantages provided by polymeric encapsulation systems for
nucleic acids, some studies have focused on the potential of
polymeric complexes in protecting nucleic acids and therapeu-
tic proteins against freezing, heat, and freeze-drying stress.'®®

4.4 Nucleic acids in hybrid strategies and beyond

A great characteristic of coacervate encapsulation and delivery
systems for nucleic acids is the ability to tune their properties
by fine control over their structure and contents."**'®” There-
fore, it is possible to leverage the useful properties of various
biomolecule groups at once, in the form of hybrid systems.
4.4.1 Nucleic acids as cargo. Nasr and coworkers designed
nanocarriers to co-deliver mRNA (mCherry) and pDNA
(pPAmCyan1-C1, plasmid DNA encoding AmCyan fluorescent
protein).** The pDNA they chose is based on gelatin type A

16 | Soft Matter, 2025, 21, 8-26

which is widely used in pharmaceutical applications for its
biocompatibility and biodegradability. Additionally, they ther-
mally stabilized their pDNA by the addition of gelatin to form a
coacervate core in their nanocarriers. After designing these
nanocarriers, Nasr et al. conducted cytotoxicity studies and
observed that compared to untreated cells, murine dendritic
cell line (DC2.4) cells treated with 340, 170, or 85 pg mL™*
particle concentration showed cell viability of 91.9%, 97.1%,
and 97.7%, respectively, following 6 h incubation. They also did
a 24 h incubation study with 170 ug mL™" particle concen-
tration which had 87.4% cell viability. Protamine-mRNA-pDNA
CoAc assembled using 340, 170, 85 pg mL ™", or 5-fold prota-
mine doses showed no significant difference in cytotoxicity
compared to P-TS-CoAc or untreated controls following 6 h
incubation. 48 h post-treatment, their dual-loaded core-shell
system had a transfection efficiency of 61.4 £ 21.6% for mRNA
and 37.6 & 19.45% for pDNA.*° They report that the established
commercial, experimental, and clinical reagents had failed,
making their results a significant success. Considering the
negligible cytotoxicity of their system, their findings provide
insights into applications in vaccine formulations and other
thermolabile therapeutics.

The surface charge of delivery vehicles plays an important
role in cellular uptake and transfection efficiency.'*®”® To
overcome this challenge, Li and coworkers proposed hybrid
PEGylated nanoparticles (HNPs) in their study."”* To provide
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colloidal stability, they included an outer layer of poly(ethylene
glycol) in the form of poly(ethylene glycol)-b-poly(aspartate)-
adamantane (PEG-P(asp)-Ad). Their HNPs also included
poly(ethyleminine); o (PEI;q) which forms complex coacervate
with poly(asp) and prevents premature dissociation. Lastly, they
decorated the PEI, . portion with cyclodextrin (PEI;y-CD) to
form the core with reporter plasmid DNA (pDNA). Their HNPs
demonstrated enhanced in vitro transfection and increased
stability compared to traditional PEGylated nanoparticles
(PEG-NP). Their study of intratumoral injections compared
the delivery efficiencies of HNPs, PEG-NP, and PEl,s,, and
highlighted the success of HNPs in delivering pDNA into
tumors. They argue that this enhanced efficiency is a result of
the PEG shell and coacervation integration at the interface of
PEI, 4x,-CD/pDNA core compared to PEG-NP and PEI,s.

In another study, Cai et al studied coacervate systems
involving gold nanoparticles (AuNPs) functionalized with
elastin-like peptides (ELPs) as potential delivery systems.'”>
Their AuNPs were functionalized with a cysteine-terminated
96-repeat of the VPGCG sequence (V96-Cys). ELPs are known to
be thermo-responsive,'”® which allowed for controlling the size
of these particles from 250 to 930 nm."”* Their findings were
that ELP-decorated AuNPs form clusters in a coacervate phase
in the presence of free unimers (single chains of V96-Cys) above
the transition temperature (7;). These clusters in the coacervate
phase can then release their entrapped cargos below T..'”> They
demonstrated the possibility of precise control over the
amounts of hydrophobic molecular cargos, specifically the
dye Nile red (NR) and tetracycline (TC) which is a broad-
spectrum antibiotic, encapsulated during coacervation, and
subsequently released below T; during deconstruction. As pre-
dicted, Cai and coworkers observed the inhibition of cell
growth with increased cluster size.

The hydrophobicity of TC is specifically important as their
enhanced bioavailability is explored.'”? Their results show an
avenue for rapidly releasing precise amounts of cargo from size-
controlled clusters in the coacervate phase, in addition to being
responsive to environmental factors. This can have remarkable
applications in drug delivery, combination photothermal ther-
apy, and theranostic applications.’’> The creative approach to
nucleic acids as functionalizing groups rather than cargo itself
brings about even more opportunities to leverage various
properties of these biomolecules.

4.4.2 Nucleic acids beyond cargo. Many encapsulation
systems for nucleic acid delivery use tertiary systems, where
two polymers form a coacervate phase which encapsulates the
nucleic acid as the cargo. However, it is also possible to have
nucleic acids as the coacervating polymers themselves. Using a
minimal coarse-grained model, Lebold and Best showed coa-
cervates are readily formed at physiological ionic strengths in a
prototypical mixture of nucleic acids with the polycationic C-
terminus of histone H1 (CH1).'*® Their results show an
increase in local ordering at low ionic strengths. Additionally,
they showed that for well-mixed or moderately blocky distribu-
tions of charge, local ordering moderately increases with
increasing blockiness also associated with an increased
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propensity to phase separate. They explain that although this
ordering is associated with a slowdown of rotational and
translational diffusion in the dense phase, for more extreme
blockiness and higher local charge density, a qualitative change
in the condensed phase is observed due to a dramatic increase
in the ordering of the DNA.

The findings of Lebold and Best regarding the formation of
coacervates in mixtures of nucleic acids and histones agree
with experimental results. Leicher and coworkers explored the
binding and coacervation of nucleic acids by linker histone
H1."”* Their work provides a more nuanced perspective on
what role H1 plays in genome organization and maintenance
while providing insight into the effects of single- or double-
strandedness of nucleic acids on how they interact with H1 and
their assembly dynamics. They found that ssDNA has a higher
absorbance index compared to dsDNA, indicating more com-
plexation (Fig. 6(A) and (B)). Additionally, they investigated the
effect of the size of the nucleic acid chain on absorbance for the
mixture of H1 with ssDNA, dsDNA, and RNA (Fig. 6(C)-(E)).
They found that longer chains of ssDNA yield higher turbidity
readings when complexing with H1 (Fig. 6(C)) and confirmed
that ssDNA has higher turbidity values compared to dsDNA
with the same sequence and length (Fig. 6(D)). Additionally,
they observed the same pattern of increasing turbidity values
with increasing length when studying RNA mixtures with H1
instead of ssDNA and dsDNA (Fig. 6(E)).

4.4.3 Membrane-less organelles. As discussed earlier, an
innovative approach to modeling membrane-less organelles is
studying the dynamics of coacervation."*>'”*™”7 To do so,
Aumiller and coworkers designed RNA-based coacervates to
understand the phase separation responsible for the formation
of P granules, nucleoli, and other membrane-less subcellular
compartments composed of RNA and proteins."””® In their
study, they showed that low-complexity RNA (polyuridylic acid,
polyU) and short polyamines (spermine and spermidine) are
similar in many ways to coacervates involving intrinsically
disordered proteins (IDPs). These polyU/polyamine coacervates
compartmentalize biomolecules in a sequence- and length-
dependent manner (Fig. 7(A) and (B)). The significance of these
findings is highlighted by the reversibility of coacervation based
on changes in temperature as the structure of polyU which
impacts its interactions with polyamines (Fig. 7(C)). Additionally,
they showed that these biomolecules maintain their mobility
within the coacervate droplets (Fig. 7(D)). Lastly, Aumiller et al.
conducted a FRAP analysis of the poly U15 and demonstrated that
lipid vesicles assemble at the interface of the coacervate phase
without impeding RNA entry/egress (Fig. 7(E)). These vesicles
maintain their integrity at the interface and can go through
temperature-induced droplet dissolution.

A step forward beyond modeling membrane-less organelles
in biological systems is using these structures to manipulate
life processes.'”” In an effort toward this goal, Zhang and
coworkers designed photoactivatable DNA membrane-less
organelles using coacervation that were self-stabilizing."”” Spe-
cifically, they generated long single-stranded DNA via rolling
circle amplification (RCA, an enzymatic process used to amplify
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Fig. 6 Studying the complexation of H1 with ssDNA, dsDNA, RNA, and the effects of nucleic acid length on the turbidity of these mixtures. Matrix
representation of turbidity (Asso) measured at different concentrations of H1 and ssDNA (A) and dsDNA (B). (C) Turbidity readings for mixtures of full-length H1
with ssDNA of different lengths. ssDNA concentrations were normalized to yield the same total number of nucleotides (44 uM ssDNAyg, 23 uM ssDNAzp, 10 pM
ssDNAq). (D) Turbidity values for H1 mixed with ssDNA and dsDNA of the same length and sequence. The concentrations of nucleic acids were normalized to
yield the same number of nucleotides (10 uM ssDNAzo/5 pM dsDNAzg and 10 pM ssDNAz/5 uM dsDNAyo). (E) Turbidity values for H1 mixed with different
lengths of RNA. RNA concentrations were normalized to yield the same number of nucleotides (44 pM RNAgg, 23 pM RNAzq, 12 M RNAgq). ***P < 0.001 using
one-way analysis of variance (ANOVA) with Tukey's test for multiple comparisons (reproduced from ref. 174 with permission. Copyright 2022 Nature).

circular DNA or RNA molecules'”®) and used it as the scaffold

assembling into membrane-less coacervates. Their DNA
membrane-less organelles recruited RCA byproducts and other
components which provided for their self-stabilization. Addi-
tionally, their condensation had the desired nanoscale size of
10-100 nm.**'”” Their photoactivatable DNA membrane-less
organelles accumulated and managed cancer in a mouse model
in a spatiotemporal manner. Their results are promising for
designing highly stable DNA coacervate membrane-less orga-
nelles with controllable bioactivity. This advancement paves
the way for developing even more intricate coacervate nucleic
acid systems capable of executing sophisticated tasks and
regulating complex life processes.

5. Challenges and future explorations
5.1 Stability and delivery

The burgeoning field of coacervation-based delivery systems for
nucleic acids is not without its challenges and limitations.

18 | Soft Matter, 2025, 21, 8-26

Stability issues are at the forefront, as the integrity of coacervates
is paramount for the effective delivery of nucleic acids. The lack of
a physical membrane in bulk coacervates can lead to rapid
coalescence or collapse of the coacervate phases, compromising
their structural integrity.'*>'®! Some methods have been explored
to mitigate this challenge. For example, incorporating comb
polyelectrolytes in complex coacervates has shown promise in
stabilizing phase separation.’®® Other groups have explored the
effects of mixing flow conditions and polymer composition on
coalescence, sedimentation, and aggregation in coacervate
systems.'®> However, more systematic studies are necessary to
formulate the specific factors and their boundaries within coa-
cervate systems for controlling and maintaining phase separation.
Another avenue to explore for mitigating the structural mainte-
nance issues is to use di- and tri-block copolymers that are
capable of forming more complex and stable structures and
systems such as micelles and hydrogels.®®

Maintaining stability in the complex biological milieu also
remains challenging due to factors like pH, salt concentration,

This journal is © The Royal Society of Chemistry 2025
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Fig. 7 Exploring RNA-based coacervates as models for membrane-less organelles. (A) Transmitted light differential interference contrast (DIC)
micrographs of bulk polyU/spermine (0.05% polyU and 0.05% spermine weight percent, a charge ratio of 56:1) and polyU/spermidine (0.05% polyU
and 0.05% spermidine weight percent, a charge ratio of 61: 1). (B, left) Turbidity values versus charge ratio for polyU complexing with spermine (blue) and
spermidine (red). (B, right) Turbidity values for 0.05% polyU complexing with 0.5% spermine (blue) or 0.5% spermidine (red) versus 25 mM NaCl
concentration at 37 °C. (C) Images of polyU/spermine coacervate dissociation after incubation at 37 °C for 30 min and gradual decrease in temperature
starting at t = O at a rate of 10 °C min~ to 10 °C. Droplets are almost completely dissolved after 5 min, and they are fully dissociated after 10 min.
Concentrations were 0.05% polyU and 0.5% spermine (a charge ratio of 56:1) or 0.5% spermidine (a charge ratio of 61:1). (D) The partial and entire
droplet bleaching studies demonstrate rapid recovery, showcasing the retaining of solute mobility within the coacervate droplets. (E, left) Schematic
showing the assembly of lipid vesicles (red circles, not drawn to scale to show individual vesicles) around polyU/spermine coacervates (blue circles). (E,
right) DIC and confocal fluorescence images of the polyU/spermine droplets containing fluorescent poly U15, as well as FRAP recovery curve of entire
droplet bleaching of the Alexa Fluor 647 poly U15. All scale bars represent 10 um (reproduced from ref. 178 with permission. Copyright 2016 American
Chemical Society).

and temperature variations.'®*'%* Additionally, the encapsu-
lated nucleic acids must be protected from enzymatic degrada-
tion by nucleases, which is a significant hurdle. While
coacervation can enhance the stability of encapsulated cargos,
their stability in blood and other biological fluids during
storage and upon administration remains a concern.®® Current
therapeutics involving nucleic acids would immensely benefit
from enhanced kinetic stability, which would increase their
shelf life."*® Controlled and sustained release of nucleic acids is
also crucial for therapeutic efficacy. The dynamic nature of the
biological environment, including interactions with proteins
and other biomolecules, can significantly affect release rates.

This journal is © The Royal Society of Chemistry 2025

Achieving precise control over release kinetics is complicated
by the need to balance stability and permeability.'®> Some
groups have explored the effects of coacervating species or
additives on better control over the release kinetics. For exam-
ple, Ardestani and coworkers characterized caseinate-pectin
coacervates as delivery systems for saffron extract.'®® They
argued that core/shell and protein/polysaccharide ratios play
crucial roles in encapsulation efficiency and loading capacity.
Additionally, they argued that the presence of the ‘guest
molecule”, saffron extract, resulted in higher rheological mod-
uli, therefore enhancing thermal, structural, and microstruc-
tural properties of the coacervates.'®® An area of research in
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need of further exploration is the effects of additives or “‘guest
molecules” on the properties of coacervates incorporating
nucleic acids. Recent studies have utilized molecular dynamics
and machine learning to better understand and optimize these
mechanisms, however, the variability in biological conditions
still poses a significant challenge.”**°

5.2 Immunogenicity and clinical life cycle

Ensuring biocompatibility is essential to avoid adverse immune
responses. While coacervates can be formulated from biocom-
patible materials and even decrease the cytotoxicity of
what they’re encapsulating,'®” their interaction with cells and
tissues must be carefully evaluated to prevent cytotoxicity and
immunogenicity.'®® The potential for unintended interactions
with cellular components can lead to adverse effects, necessi-
tating thorough preclinical testing.'*® For example, although
poly-lysine has been commonly studied in coacervates for years
and has shown great promise,**'#'® it can cause cytotoxicity
at high concentrations.’®’ Therefore, all coacervate systems
must be carefully tested from different perspectives to ensure
their safety. Additionally, the scalability and reproducibility of
coacervate formulations for clinical applications remain areas
of active research. Some significant challenges include manu-
facturing, as the complexity of coacervate systems can make
large-scale production difficult. Ensuring consistent quality
and performance across batches is critical for clinical transla-
tion. Efficient delivery to target cells and tissues requires over-
coming biological barriers such as cellular uptake and
endosomal escape. Strategies like surface modification with
targeting ligands are being explored to enhance specificity and
efficacy,'®” but much more enhancement is yet to be achieved.

5.3 Further avenues

The landscape of coacervation in nucleic acid delivery is poised
for significant advancements, with research efforts converging
on the development of advanced coacervation techniques.
These novel approaches aim to refine the encapsulation pro-
cess, enhance the stability of coacervates, and improve the
precision of delivery.

5.3.1 Targeted release. Targeted delivery systems represent
another frontier in coacervation research, and much has been
accomplished, especially in applications of cancer treatment
and gene delivery.'*>'*7'% Targeted delivery of therapeutics in
coacervates has also been promising for gene editing.">* The
goal of targeted release is to achieve site-specific delivery of
nucleic acids, maximizing specificity, minimizing off-target
effects, and improving therapeutic efficacy. Peptide-enabled
targeted delivery systems, in particular, have garnered attention
for their ability to improve binding specificity and effective
accumulation of drugs at the site of interest."*®'?® It is possible
to use these peptides in coacervate systems to improve target-
ing. The potential of combination therapies is also being
explored in conjunction with coacervation techniques.’®” In a
study for liver cancer treatment, Lin and coworkers developed
nanoreactor coacervates that showed remarkable effectiveness
against tumors by triggering ferroptosis and apoptosis in
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tumors, while aiding in the activation of an adaptive T-cell
response which further curbs the growth of distant tumors
in vivo."®” The synergy between coacervate-based delivery sys-
tems and other therapeutic modalities could lead to more
effective treatments for complex diseases. Precision combi-
nation therapies tailored to specific oncogenic alterations are
a potential example of how coacervation could be integrated
into a multifaceted treatment approach, offering a comprehen-
sive resource for targeted therapeutic interventions.'*® Incor-
porating nucleic acids into these strategies could further
enhance the precision and efficacy of targeted therapeutic
interventions, opening new avenues for advanced medical
treatments.

5.3.2 Lipid nanoparticle hybrid systems. Lipid nano-
particles (LNPs) are renowned for their superior structural
stability, which can significantly improve the overall stability
of coacervate systems.'®”>°! While LNPs have shown great
promise in nucleic acid delivery, their low nucleic acid loading
capacity could potentially be enhanced by incorporating the
electrostatic interactions that coacervation offers.'® A less
explored class of hybrid systems for nucleic acid delivery using
coacervation includes those incorporating lipids.>°* The struc-
tural stability provided by lipids, combined with the robustness
contributed by polymers that may be used in the coacervate
phase, could allow for better control over nucleic acid loading
and release kinetics.**'?® Additionally, a recognized issue for
nanoparticles is the formation of a protein corona once they
enter the bloodstream, which facilitates recognition by phago-
cytic cells and subsequent clearance from the body, while also
inhibiting the ligands on the nanoparticle surface responsible
for active targeting.>®® Research shows that the addition of a
polyethylene glycol (PEG) corona to these nanoparticles can
prevent protein corona formation and reduce nanoparticle
clearance from the body.?***°* There is substantial potential
in designing delivery systems that combine the benefits of
multiple macromolecule groups and mechanisms, such as
incorporating lipids, polymers, proteins, and coacervation in
a single hybrid system. However, these designs would be
extremely complex and difficult to consistently produce.
Despite the potential advantages, there are limited studies
exploring existing hybrid systems, making the design of even
more intricate ones a challenge. The next step for current
hybrid systems would be more comprehensive cellular assess-
ments to understand their interactions, nucleic acid loading,
and delivery efficacy, leading to a clearer picture of the role
these hybrid systems can play in therapeutic applications and
their clinical translation.

5.4 Looking onward

The regulatory landscape for nucleic acid-based therapeutics is
still evolving. Ensuring compliance with regulatory standards
for safety, efficacy, and quality is essential for successful
clinical translation. Moreover, there is a need for more explicit
experimental exploration of nucleic acids within coacervates.
Studies have shown that coacervates can effectively encap-
sulate and protect nucleic acids, but detailed experimental

This journal is © The Royal Society of Chemistry 2025
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investigations are required to fully understand the dynamics
and interactions within these systems.”® The species involved
in coacervation, and their charges greatly influence these
systems, as discussed earlier. Whether binary or ternary sys-
tems are more effective for nucleic acid delivery, and the charge
composition of these molecules for optimal encapsulation and
protection against environmental factors and nucleases,
require further investigation. For instance, studies have
demonstrated enhanced protection of nucleic acids against
nucleases when encapsulated within a thermally stabilized
coacervate core nanocarrier.”> Moreover, ternary coacervate
systems of synthetic polymers have shown greater stability
against environmental changes compared to binary
systems.™*> Combining these findings in a comprehensive
study of nucleic acid stability against environmental changes
and nucleases could allow us to compare the performance of
binary and ternary coacervate systems for nucleic acid delivery.

Additionally, understanding the optimal charge composi-
tion in ternary systems is essential. Ternary systems with
oppositely charged molecules can help encapsulate weakly
charged cargos,®>'** raising questions about the behavior of
strongly charged molecules within ternary combinations, such
as nucleic acids. A ternary system would enhance crowding
effects by increasing the number of species involved and
provide greater versatility in system properties."”"®*°> How-
ever, if another negatively charged molecule is present along-
side nucleic acids, it could compete for interactions with
positively charged species, potentially increasing the number
of free nucleic acid molecules within the system with reduced
stability. On the other hand, incorporating two different posi-
tively charged molecules could increase electrostatic inter-
action involving nucleic acids. This approach has been
previously applied to nucleic acid aggregates®*® and systems
without nucleic acids,"** and a comprehensive study applying
these insights to nucleic acid encapsulation systems would be
highly beneficial. A further necessary consideration is for the
interactions of nucleases with each present species. Coacervate
systems have been explored as a means to enhance the catalytic
activities of enzymes,**”*°® which raises questions about
design rules that prevent this enhanced enzyme activity when
encapsulating nucleic acids to protect them against nucleases.

Recent research has highlighted the potential of peptide-
based coacervates as biomimetic protocells, which can seques-
ter and concentrate a wide range of solutes, including nucleic
acids.’®® These coacervates offer a versatile platform for study-
ing the phase separation and selective uptake of guest mole-
cules, which is crucial for optimizing their use in therapeutic
applications.'®? Future investigations employing cellular assays
can provide insights into cellular uptake, intracellular traffick-
ing, and the overall therapeutic efficacy of the delivery
systems.®*?%° High-throughput screening platforms, such as
RNA-encoded peptide barcodes, have been developed to evalu-
ate the functional delivery of lipid nanoparticles in vivo, which
can accelerate the discovery of new technologies for mRNA
delivery.”®® Additionally, polymeric micelle-based delivery sys-
tems have shown promise in enhancing the stability and

This journal is © The Royal Society of Chemistry 2025
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cellular uptake of nucleic acids, addressing key challenges in
their clinical translation.®® These advancements underscore the
importance of continued research and innovation in the field to
achieve safe and effective nucleic acid-based therapeutics.

6. Conclusion

Coacervation is an innovative mechanism employed in numer-
ous nucleic acid delivery systems for a variety of biomedical
applications, including drug delivery and gene therapy. Various
factors such as pH, ionic strength, temperature, polymer
concentration and structure, the length and sequence of
the encapsulated nucleic acids, and the number of species
involved in complexation significantly influence and control
coacervation-based nucleic acid encapsulation systems. These
numerous controlling factors render these encapsulation sys-
tems highly tunable, allowing for precise manipulation of the
properties of the constituent species and the environmental
conditions. However, the necessity to consider such a multi-
tude of factors, coupled with the complexities of the biological
milieu and potential immune responses elicited by these
delivery vehicles, presents significant challenges for their prac-
tical application and large-scale production.

Stability issues of the encapsulated nucleic acids and the
coacervate phase itself remain a critical concern. The lack of a
physical membrane can lead to coalescence or collapse of the
coacervate phase, compromising the structural integrity of
delivery systems. Additionally, our understanding of the load-
ing and release kinetics of nucleic acids within coacervate
systems is still incomplete, complicating the optimization of
these delivery vehicles for therapeutic use.

Moreover, there remains a substantial gap in our under-
standing of coacervate-based encapsulation systems for nucleic
acid delivery, particularly regarding their interactions with cells
and the body as a whole. This gap encompasses several critical
aspects, including the mechanisms by which coacervates
interact with cellular membranes, the intracellular trafficking
pathways they utilize, and their potential immunogenicity.
Understanding these interactions is crucial for optimizing the
design of coacervate-based delivery systems to ensure efficient
and targeted delivery of nucleic acids while minimizing adverse
effects.

Future research should continue to explore hybrid systems
that incorporate various materials such as peptides, polymers,
proteins, and lipids to harness their combined advantages. For
instance, incorporating peptides can enhance cell penetration
and targeting, while polymers can provide structural stability
and controlled release properties. Proteins can offer specific
binding capabilities, and lipids can improve membrane fusion.
Such hybrid systems could significantly advance our under-
standing of the dynamics within these nucleic acid encapsula-
tion systems, leading to more effective and versatile delivery
platforms. Additionally, comprehensive cellular assays includ-
ing studies on cellular uptake, intracellular trafficking, release
kinetics, and the biological activity of the delivered nucleic
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acids are essential to elucidate the cellular interactions and
efficacy of nucleic acid loading and delivery, ultimately paving
the way for therapeutic applications and clinical translation.
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