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ABSTRACT: The complex coacervation of oppositely charged
polyelectrolytes is an important issue, which is relevant to many
biological and industrial applications. While various biomolecules
have been observed to form hierarchical multiphase structures in
cells, its mechanism is still not fully understood. Here, we
theoretically study the complex coacervation between the
polyanion C and polycations A and B in solution and focus on
the influence of charge sequence along the polyions on the
multiphase coacervation. The electrostatic free energy is calculated
with random phase approximation, and the phase diagrams are constructed by using the convex hull algorithm. It is revealed that the
large asymmetry of charge patterns between A and B chains may induce the multiphase separation, driving the formation of two
condensed phases, AC coacervate and BC coacervate, coexisting with a dilute phase. On the basis of our result, we propose a good
criterion to determine if multiphase separation occurs or not. Furthermore, we analyze the effect of charge sequence of polyanion C
as well as the addition of salt on the multiphase coacervation. This work provides insights into the underlying physics of sequence-
dependent electrostatic interactions and the design of complex coacervates of polyelectrolyte mixtures.

■ INTRODUCTION
Liquid biomolecular condensates formed by liquid−liquid
phase separation (LLPS) play key roles in cellular processes.
The LLPS is essential in functionally compartmentalizing the
internal space of cells, providing distinct microenvironments
for various biochemical processes.1−4 Thus, it is closely related
to the formation of membraneless organelles5−8 or some
human pathologies.9,10 In the cellular environment, the LLPS
is usually observed for molecules including the intrinsically
disordered protein (IDP), exemplified by the well-known
nuage protein Ddx4,11Caenorhabditis elegans protein LAF-1,12

and RNA-binding protein FUS.13 These IDPs lack specific
ordered three-dimensional structures14 and are usually rich in
polar and charged residues rather than bulky hydrophobic
groups,15,16 which highlights the importance of electrostatic
interaction17 that may play a major role in driving LLPS.18−20

This associative phase separation of oppositely charged
polyelectrolytes, named coacervation, can be observed in the
solution of polycation and polyanion mixtures21,22 or the
solution of polyampholytes.23,24 Through coacervation, the
phase separation into a coacervate phase enriching polyelec-
trolytes and a coexisted dilute phase with very few polymers
will happen.
Many factors affecting the electrostatic interaction could

significantly regulate the coacervate process, such as addition
of salt ions,21,25,26 varying the temperature or dielectric
constant of solvents,27−30 and tuning the stiffness31−34 or
structure of charge of polyelectrolytes.34,35 Among these
factors, the sequence of charge along the polyelectrolyte

chain plays a key role in their LLPS.36 For example, shuffling
the sequence of charged residues of wild IDP will regulate their
phase separation behavior.11,37,38 A key feature of IDPs is the
sequence of charged residues, namely, their charge pattern.
When the positively and negatively charged residues are
arranged into clustered blocks rather than alternating
distribution, the mixtures show a higher tendency to form
LLPS.11 Similarly, the complex coacervation tendency of the
synthesized block copolycation and polyanion will increase
when the positive charges are distributed more concentratively,
reflected by the higher critical salt concentration (CSC), at
which point the condensed phase will dissolve.39 Because of
lacking certain folded structures, the IDPs adopt highly
dynamic conformations, which breaks the structure−function
paradigm of the protein. These different liquid-like structures
of IDPs in solution highlight the significance of sequence of
residues in determining their phase behavior, in which long-
range electrostatic interaction is essential.
Usual LLPS deals with two components of polymer mixtures

(irrespective of water solvents). However, a real cellular
chemical environment is not a simple two-component solution
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but involves various biomolecules. A variety of molecules are
capable of causing LLPS and resulting in multiphase
coacervates together with a dilute phase,40−42 forming a
hierarchical structure such as nucleolus.41,43 This multiphase
separation can also be generated in vitro by a solution
containing two different kinds of polycation and one
polyanion.44−46 The formation of this multiphase structure
relies on the type of polyelectrolytes. Some systems will form
distinct coacervate phases at equilibrium, while others will only
generate a mixture of condensed phases, which difference may
originate from the hydrophobic interaction or electrostatic
interaction. On the other hand, the variety of coacervate phases
is of great significance since various phases can enrich specific
small molecules44 and thus provide suitable circumstances for
corresponding biochemical reactions.47 This highlights the
significance of understanding the formation of intracellular
multiphase structure.
Many theoretical models have been developed to describe

the complex coacervation process for weakly charged
polyelectrolytes of a two-component system, including the
original Voorn−Overbeek (VO) model based on the Debye−
Hückel attraction of simple electrolyte48 and other refined
theories.49−61 These theories captured the electrostatic
attraction due to collective fluctuation. The VO theory totally
ignores the chain connectivity and thus fails to describe the
effect of charge sequences. Considering the chain connectivity
and intramolecular correlation, the random phase approx-
imation (RPA) method has been developed.50−53,62,63

Assuming the ideal Gaussian configuration of polyelectrolytes,
the RPA is applicable to dense solution of weakly charged
polyelectrolytes.54 With the chain connectivity, the RPA
framework could capture the effect of monomer sequence,64

including the pattern of charged and neutral monomers in the
coacervation of oppositely charged polyelectrolytes65 or the
pattern of positively and negatively charged monomers in the
coacervation of polyampholytes.66−70 In the dilute branch of
phase separation, the chain configuration of polyelectrolyte
couples with the charge pattern,71 and the precise calculation
of concentration needs more advanced theories such as field
theoretic simulation.23,72,73 Besides, for highly charged
polyelectrolytes with strong electrostatic interaction, when
the driving force of complex coacervation comes from the
translational entropy of releasing counterions after complex-
ation between oppositely charged polymers,39,74,75 the transfer
matrix theory succeeded to describe the coacervation process
theoretically and further included the effect of charge
pattern.76−78 All these theories have found that when the
copolyelectrolytes are ranging from alternating to “blocky”, the
tendency of coacervation will enhance either by stronger
electrostatic correlation or higher translational entropy of free
counterions, consistent with the experimental results.
In contrast, there is only limited theoretical work to

investigate the multiphase LLPS process of a multicomponent
system. For these systems, the key issues include two aspects.
The first one is when will the multiphase separation occur and
what is the physical mechanism for the appearance of
multiphases? The second one is how do the multiphase
coacervates vary with the systematic parameters? The driving
force of multiphase separation for a multicomponent solution
is mostly considered to be the short-range Flory−Huggins
interactions.79 Then the phase separation can be classified into
“demixing”, which means different solutes separate into two
individual solutions, and “condensation”, which means solutes

condense into one phase and leaving a dilute phase.80,81 When
reaching the thermodynamic stable state, this multicomponent
mixture may separate into multiphases in terms of the Gibbs
phase rule, and the phase diagrams together with the
morphology have been studied in detail.82,83 However, these
discussions are confined to multiphase separation arising from
the short-range interaction. Little work has paid attention to
the electrostatic force driven multiphase coacervation,
especially the effect of charge patters remains unclear. One
related work is to study a two-component polyampholyte
solution to modeling two kinds of IDPs; the authors found that
with increasing the difference between their charge patterns,
the way of two-phase separation will vary from condensation
type into demixing type, but the three-phase separation is not
observed.68

As mentioned before, multiphase coacervation provides a
powerful model in understanding subcellular organization
(such as membraneless organelles). However, this phenomen-
on is very complicated as many biomolecules (also means
many components and variable parameters) are involved. In
order to better understand these complicated systems, we start
with a simple but representative modeling system, which
contains two kinds of polycations and one polyanion (certainly
a system containing two kinds of polyanions and one
polycation obeys the same rule), as used by some experi-
ments.44−46 Our previous work has already studied this three-
component system in which all polyelectrolyte chains are
uniformly charged.84 The further calculation has shown that if
the linear charge densities of two polycations are sufficiently
different, the multiple phases will form. Our prediction is
consistent with experimental results.45,46 In this study, we
adopt a similar three-component system but with different
charge patterns of polyions to focus on the influence of charge
sequence of polyelectrolytes. Concretely, the monomers of
polycations A and B (polyanion C) are either positively
(negatively) charged or neutral, and their charge sequences are
set to be different. The further calculations will predict the
detailed phase behavior of this system. Furthermore, we put
forward the mechanism that the asymmetry of charge patterns
of two polycations also may bring the effective repulsion
between different polyelectrolytes, leading to the formation of
two coacervates coexisting with a dilute phase. An deep
understanding about this representative system may lay a
strong foundation for multiphase coacervation. The strategy
we used and the underlying mechanism can be extended to
systems including more components.
In the following sections, we will give a systematic

theoretical study of the influence of charge sequence on
multiphase coacervation for the three-component system. First,
the RPA method is adopted to calculate the free energy of the
mixtures in solution, and then the phase diagrams are
constructed by use of convex hull algorithm combined with
equal-chemical-potential equations. Then we study how charge
sequence asymmetry of A and B could drive a multiphase
coacervation process for both periodic and arbitrary charge
patterns and put forward a criterion to determine the
occurrence of separation between two coacervate phases.
The effect of charge sequence of the polyanion is also studied.
Finally, we study the effect of salt on this multiphase
coacervation and analyze the screening of salt ions.
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■ THEORY AND METHOD
Free Energy Based on Random Phase Approxima-

tion. We consider a homogeneous aqueous solution
containing two types of weakly charged polycations (denoted
by A and B) and one type of polyanion (denoted by C). All
polyelectrolytes have the same Kuhn length l = 0.85 nm, which
is also set as length unit, consistent with a hydrated monomeric
unit length.21 The polymerization (or chain length) of these
polyelectrolytes is set to be NA = NB = NC unless specified
otherwise. The system includes three kinds of different
monomers in terms of the charge property. These monomers
carry charge of e, 0, and −e (e is the elementary charge) and
are denoted by a, b, and c, respectively. Polycations A and B
both consist of positively charged monomer a and neutral
monomer b, while polyanion C consists of monomer b and
negatively charged monomer c. The fraction of charged
monomers is set to be f I (I = A, B, and C). In order to
study the influence of charge sequence, polycations A and B
have the same fraction of charged monomers ( fA = f B) but
different sequences. For simplicity, we assume that the total
positive charges of all polycations compensate for the negative
charges of polyanions completely. The solution may also
include some counterions released from the polyions and
added salt ions. We do not distinguish them and see them as
salt ions because we treat counterions as a part of the salt.
These monovalent small ions carrying charge of ±e are
denoted as s. The solvent is denoted as S. The volumes of
monomers, solvents, and small (salt) ions are all assumed to be
equal to unit volume l3. The number density of each molecule i
is ρi, and its volume fraction is ϕi = ρil3.
All the polyelectrolyte chains are assumed to adopt the ideal

Gaussian chain conformation. We consider weakly charged
flexible chains and set the fraction of charged monomers to be
low, and the Flory−Huggins parameters between polymers and
solvent are set to be 0.5, so that the polyelectrolyte satisfies
Gaussian chain statistics and the counterion condensation
effect can be ignored. In order to obtain the free energy of
polyelectrolyte solution, we adopt RPA theory taking into
account the charge connectivity on polymer chain to capture
the electrostatic correlation of charged species. The RPA only
considers the Gaussian fluctuation of electrostatic interaction.
As the correlation function is in good agreement with Gaussian
chain for dense solution of weakly charged polyelectrolytes,54

RPA theory with ideal chain conformation can quantitatively fit
with simulation results in the coacervate phase.23,72,73

Although the RPA theory may break down in the dilute
phase,72 where the oppositely charged monomers tend to bind
together, it is still widely used in the research of coacervation
because we are usually concerned more about the dense
coacervate phase. Previous papers have well documented the
derivation of RPA theory for polyelectrolyte solution62,85,86 or
polyelectrolyte block copolymer solution.66,67 On the basis of
these works, the free energy density f of a homogeneous phase
can be written as

f
F

Vk T
f f

B
F H RPA= +

(1)

where F is the free energy, V the system volume, and kB the
Boltzmann constant. T is the absolute temperature and set to
300 K in this paper. The first term in eq 1 represents the mean-
field contribution of corresponding neutral solution and has
the form of the Flory−Huggins term

f
N

ln
1
2i

i

i
i

ij
i j ijF H = +

(2)

where the summations run over all molecules (A, B, C, S, s). It
is noted that the salt concentration is defined as ϕs = ϕs+ = ϕs−.
The second term in eq 1 is the electrostatic contribution due to
correlations of charge fluctuations, which has the form in RPA
framework as

f l u
q

I G q U q q
2

d
(2 )

ln(det( ( ) ( ))) ( )
m

m mRPA

3

3
2= [ + ]

(3)

where the summation m runs over all type of monomers or
small molecules (a, b, c, S, s) and σm is the charge carrying by
species m. u(q) = 4πlB/q2 represents the Coulomb interaction
between two elementary charges. The Bjerrum length is lB =
e2/(ε0εrkBT). ε0 is the vacuum permittivity, and εr = 78 is the
relative dielectric constant for water solution. G(q) is the bare
correlation matrix. For our system, it reads
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where ρ̂s = diag(ρs+,ρs−) is a 2 × 2 diagonal matrix for positively
and negatively charged salt ions. ρI are monomer densities of
each type of polyion I. GI

αβ is the structural correlation function
for the polyelectrolyte I and can be calculated as

i
k
jjjjjj

y
{
zzzzzzG

q l s s
exp

6I
s

N

s

N 2 2

=
| |

(5)

where sα and sβ go through all the monomers α and β,
respectively, and Nα and Nβ are the total numbers of monomer
α or β in the polyelectrolyte I. It is noted that the structure
factor of solvent in G(q) is not included since neutral solvents
will not contribute to the electrostatic correlations. U(q) is the
electrostatic interaction matrix, and its elements can be written
as Uij(q) = σiσu(q). The last term in eq 3 is the self-energy of
salt ions, which need to be subtracted to guarantee the
convergence of the integral at large q.

Construction of Phase Diagram. With the free energy
density of polyelectrolyte solution, the phase diagram can be
constructed and the condition of multiphase coacervation may
be found. In the absence of salts and counterions, the free
energy density can be expressed as f tot = f(ϕA,ϕB) because the
concentration of polyion C is determined in terms of the
electroneutrality condition. Phase separation will occur if the
two or three coexisting new phases have a lower total free
energy than that of homogeneous bulk phase. The
minimization of f tot is equivalent to finding the lower convex
hull of the free energy surface, the method of which developed
by Qhull87 is adopted in our study. With the composition
space divided into small grids, the free energy of each grid
point together with their convex hull surface can be calculated.
The points where convex hull is consistent with free energy
surface are stable monophasic regions, and for the other points
where convex hull shows a lower f tot than original surface, this
lower total free energy can be reached by phase separation into
two or three coexisting phases, depending on the shape of

Macromolecules pubs.acs.org/Macromolecules Article

https://doi.org/10.1021/acs.macromol.2c01205
Macromolecules 2023, 56, 3−14

5

pubs.acs.org/Macromolecules?ref=pdf
https://doi.org/10.1021/acs.macromol.2c01205?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as


convex hull surface. The details of this method can be referred
to in some previous papers.82,84,88

When salt is added, the system becomes more complicated.
The increase in the dimensions of composition space makes it
harder to compute a high-dimensional convex hull. Therefore,
the formulas expressing chemical potential equilibrium need to
be solved to get the phase diagram. At equilibrium, one has
equal chemical potentials as μi,I = μi,II = μi,III among different
phases, where μ denotes the chemical potential, i denotes all
independent species including A, B, salt, and water in our
system, and I, II, and III represent different phases. By using
the obtained concentrations at equilibrium for a salt-free
system as the initial values, one can gradually increase the salt
concentration and solve the formulas to determine the
concentrations of each phase, until each species has the same
chemical potential in all phases.

■ RESULTS AND DISCUSSION
Phase Diagram of Periodic Charge Sequence. We first

investigate the phase diagram of three-component salt-free
solution containing polyelectrolytes A, B, and C. All
polyelectrolytes have the same chain length of NA = NB =
NC = N = 300 and the fraction of charged monomers of fA = f B
= f C = 1/3, which is weakly charged and suitable for RPA
theory. The Flory−Huggins parameters χ between polymers
and solvent are set as 0.5 so that the solvent will be athermal
solvent for polymers, and the remaining χ are all 0. These
parameters are fixed unless specified otherwise. In this section,
the polyelectrolytes are set to have periodic charge patterns.
Different sequence polyions have the same total number of
charges, and each sequence polyelectrolyte chain is composed
of several repeating sections or blocks (each block consists of
charged monomers followed by neutral monomers). There-
fore, we specify the sequence of polyions by a parameter τ that
is the length of repeating block, in which τ/3 charged
monomers are followed by 2τ/3 neutral monomers. For
example, τ = 15 indicates that each block includes 5 charged
monomers and 10 neutral monomers, and each polymer
consists of 20 same blocks. A small τ value denotes a more

dispersed distribution of charges along the chain. In this part,
we set τ to be 3, 6, 15, 30, 75, and 150 for polycations A and B.
For the polyelectrolytes with very long block length, they will
likely undergo microphase separation and form micelles,89

especially for diblock copolymers.78 In the present work, we
will focus on the polyelectrolytes being only capable of
undergoing macrophase separation, which leads to the LLPS.
The corresponding charge pattern is shown in Figure 1a. The
charge pattern of the polyanion is fixed at τC = 3. The charge
sequence effect of the polyanion on the multiphase separation
will be further discussed in the next section.
For the system with similar charge sequences of A and B

components, multiphase coacervation should not be observed.
Furthermore, our calculations show that three-phase separation
is possible once τA and τB are different enough. Figure 1b
displays the phase diagrams of the solution consists of
polycations A and B and polyanion C with τA = 3 and τB =
6, 15, 30, 75, and 150. Other similar phase diagrams of τA = 6,
15, 30, and 75 are shown in the Supporting Information. The
x- and y-axes of the phase diagram denote the volume fraction
of polycations A and B, respectively; the concentration of the
polyanion C is calculated by use of electroneutrality condition
through ϕC = (ϕA + fA + ϕB + f B)/f C, and the volume fraction
of water is derived from the incompressibility as 2ϕS = 1 − ϕA
− ϕB − ϕC. The green region on the phase diagram denotes
the single-phase region, where the macrophase separation will
not happen. The red region denotes the coexisting two-phase
region. When the bulk concentration of solution is within this
region, it will phase-separate into two phases, and the
composition of them is denoted by the black tie lines. The
blue region denotes the three-phase region, where the solution
undergoes multiphase separation into a dilute phase, an AC-
rich coacervate phase, and a BC-rich coacervate phase, denoted
by phases I, II, and III, respectively.
For the cases of τA = 3 and τB = 6 and 15, the multiphase

separation will not happen since B has a similar charge pattern
to A. When the bulk concentration is low, the solution will
separate into a dilute phase together with a coacervate phase
consisting of A, B, and C polymers, indicated by the tie-lines.

Figure 1. (a) Charge pattern of polyelectrolytes in our system. The total chain length is N = 300, and the length of repeating unit is defined as τ.
Red, blue, and gray squares denote positively charged, negatively charged, and neutral monomers, respectively. (b) Phase diagram of salt-free
solution of polycations A and B and polyanion C. A and B have the same charge fraction but different charge patterns. τA = τC = 3 and τB = 6, 15,
30, 75, and 150. ϕC = (ϕA + fA + ϕB + f B)/f C. The Flory−Huggins parameters between polymers and solvent are set as 0.5. Blue, red, and green
denote 3-phase, 2-phase, and 1-phase region, respectively. Black lines of the 2-phase region are tie-lines of phase separation.

Macromolecules pubs.acs.org/Macromolecules Article

https://doi.org/10.1021/acs.macromol.2c01205
Macromolecules 2023, 56, 3−14

6

https://pubs.acs.org/doi/suppl/10.1021/acs.macromol.2c01205/suppl_file/ma2c01205_si_001.pdf
https://pubs.acs.org/doi/10.1021/acs.macromol.2c01205?fig=fig1&ref=pdf
https://pubs.acs.org/doi/10.1021/acs.macromol.2c01205?fig=fig1&ref=pdf
https://pubs.acs.org/doi/10.1021/acs.macromol.2c01205?fig=fig1&ref=pdf
https://pubs.acs.org/doi/10.1021/acs.macromol.2c01205?fig=fig1&ref=pdf
pubs.acs.org/Macromolecules?ref=pdf
https://doi.org/10.1021/acs.macromol.2c01205?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as


When τB is larger than 30, the 3-phase separation will happen
at the low bulk concentration, demonstrating three coexisting
phases (I, II, and III) shown by the three vertexes of the blue
triangle. Meanwhile, the 2-phase separation into the AC and
BC solution phases will happen at the higher bulk
concentration. This multiphase separation for the systems
with large difference between τA and τB can further be observed
in the phase diagrams of the Supporting Information, where τA
has more values. This indicates that the asymmetry of charge
sequence may drive a multiphase separation.
The above calculations indicate that the difference in the

charge distribution pattern along two polycations may bring
additional immiscibility between them, which is the same as
the immiscibility induced by the asymmetry of linear charge
density in our previous study.84 Likewise, the effective
repulsion arising from the electrostatic correlation can be
defined. The second-order variation of electrostatic free energy
can be written as

Ä

Ç

ÅÅÅÅÅÅÅÅÅÅÅ

É

Ö

ÑÑÑÑÑÑÑÑÑÑÑ
f

a G G

NN
q q q q1

2
d

(2 )

( ) ( ) ( )

ij

i j

i j
i j

2
RPA 3=

(6)

where Gi denotes GA
aa, GB

aa, or GC
cc for polyelectrolytes, and G =

1 for salt. a(q) is a prefactor and has the form

a
u l

l G u N
q

q

q q
( )

( )

( ( ) ( )/ )m m m m

2 3

3 2+ (7)

The above summation in the denominator runs over all
charged species m and is independent of specific i,j. In terms of
eq 6, one can define an effective Flory−Huggins parameter χeff
between any pair of components as

a G G NN
q

q q q
d

(2 )
( ) ( ) ( )/ij ij i j i jeff, 3= [ ]

(8)

Furthermore, by use of the incompressibility constraint ∑iδϕi
= 0, the χeff,ij can further be modified to χeff,ij′ so that the
diagonal elements satisfy χeff,ii′ = 0 while keeping δ2f unchanged.
This new χeff,ij′ takes the form

a G N G N
q

q q q1
2

d
(2 )

( )( ( )/ ( )/ )ij ij i i j jeff, 3
2= + [ ]

(9)

It is noted that in the expression χeff,ij′ , i and j refer to the type
of molecule A, B, or C rather than the monomer species a, b, or
c. It means that in the definition of χeff,ij′ , the polyelectrolytes
are considered as integral molecules instead of copolymers
with different patterns. This equation indicates that the
difference in charge pattern will lead to an effective repulsion
between polyelectrolytes. When there is repulsion between
polycation and polyanion, they will still keep in one phase to
fulfill electroneutrality. On the other hand, although the
polycations A and B have the same chain length and
composition, the asymmetry in their charge pattern may
bring an effective repulsion between them and lead to the
separation between two coacervate phases.
With the above prediction, one expect to observe that same

charged polyelectrolytes with different charge patterns may
condense in different coacervate phases in experiments or
simulations. Unfortunately, there lacks such works currently to
investigate how charge patterns affect multiphase coacervation.
We also note that in the study by Boeynaems et al. mixing a
positively charged polymer (PR) with two different negatively

charged homopolymeric RNAs (poly rA and poly rC) in water
generates two coexisted condensates.90 Using coarse-grained
simulations, the authors confirmed that multiple phases could
be achieved since poly rA preferentially bind PR over poly rC,
and the specific short-range interactions provided driving force
in the formation of multiple condensates via complex
coacervation. The above calculation for our system indicates
the large asymmetry of charge patterns of polyions may
generate different attractions to oppositely charged polymers
(accordingly producing effective repulsion between same
charged polyions), which gives the similar mechanism as
Boeynaems et al.’s work. On the other hand, the prediction on
our previous article about the multiphase coacervation driven
by asymmetry of linear charge density84 is in accord with
experiments.45,46 Specifically, a recent work by Donau et al.
shows a mixture of two miscible polyanions in water will form
multiphase droplets with adding positively charged peptide,91

in which the asymmetry of linear charge density should play an
important role, demonstrating the robustness of our
calculation. Therefore, we believe the charge patterns is
important in regulating multiphase coacervation and hope our
theoretical predictions can receive further direct evidence from
experiments or simulations.
In eq 9 the χeff,ij′ involves a complicated integration, and it is

not easy to directly relate the immiscibility to the difference of
charge sequence; thus, a more convenient criterion for the
occurrence of multiphase coacervation should be established.
As confirmed by other researchers, for a simple solution
consisting of binary oppositely charged polyions, the
concentration of coacervate phases depends on the charge
sequence of polycation if polyanions are the same. Compared
to the case of polycations with alternating charge sequence, the
polyelectrolytes with blocky charge pattern exhibit higher
concentration of polyions in the coacervate phase and higher
critical salt concentration,39 indicating a higher tendency of
coacervation. The coacervation tendency depends on the
electrostatic correlations. Effectively, the polyanions attract the
polycations with longer block lengths more strongly, and the
coacervation tendency is stronger, resulting in higher polymer
concentration in the coacervate phase. When two polycations
have rather different charge patterns, the attractions from
polyanions may be different enough so that the two
polycations are effectively repelling, and 3-phase coexistence
may occur. Therefore, we suggest a method to judge whether
3-phase separation occurs or not for the ABC tricomponent
system, based on the coacervate phase property of 2-phase
separation for the binary system containing one type of
polycations and one type of polyanion. Considering an A + C
polyions solution, we denote the polycation concentration in
the coacervate phase as ϕp

A. Similarly, we denote the polycation
concentration in the coacervate phase as ϕp

B for a B + C binary
polyion solution. Then the composition difference Δϕp = |ϕp

A

− ϕp
B| may represent qualitatively the difference of coacervation

tendency with polyanions for two kinds of polycations, and we
choose it as the criterion of 3-phase coexistence. When Δϕp is
large enough, the polyanions have a stronger preferred
attraction to one polycation (for example, A) than the other
polycation (B). In this case, if A, B, and C polyions are mixed
together, multiphase separation may occur, and a dilute phase
coexisting with two coacervate phases (AC and BC) is
possible.
To quantify this point, we consider a binary mixture solution

containing oppositely charged polyions. The polyanion has a
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fixed value of τ = 3, while the τ value of polycation varies from
3 to 150. By setting the bulk concentration of the other
polycations as zero, we calculate the concentration of
polycation in coacervate phase and plot it in Figure 2a. One
can see that the coacervate phase has higher concentration of
polycations for larger τ. Our target is a three-component
system consisting of two types of polycations (A and B) and
one type of polyanion (C). Therefore, we consider two
individual two-component systems, namely, A + C and B + C
mixtures. Figure 2b displays the Δϕp for different combina-
tions of τA and τB. Here we only need to consider when τB ≤
τA. At the same time, we also give the information for three-
component solution with a given τA for polycation A and τB for
polycation B in Figure 2b. The solid circles denote that the
multiphase separation may happen for the system with given τA
and τB, and the solution will separate into a dilute phase which
coexisted with two coacervate phases of AC and BC in some
region of the phase diagram. The hollow circles denote it will
only separate into a dilute phase and an A + B + C coacervate
phase, and three-phase separation is absent. An important
finding is that when Δϕp is larger than some value Δϕp*, all
three-component systems exhibit three-phase separation.
Meanwhile, the system with Δϕp ≤ Δϕp* only exhibits a 2-
phase separation. Therefore, Δϕp* provides a good criterion to
determine the appearance of multiphase separation. The
critical Δϕp* for a multiphase separation should be related to

many factors including the chain length, charge fraction,
strength of electrostatic interaction, etc. In our system, we can
find that Δϕp* is around 0.015.

Phase Diagram for Polycations with Arbitrary Charge
Sequences. The charge patterns of polycations are extended
to arbitrary charge sequence in this part. We have generated a
series of polycations with arbitrary charge distribution along
the chain, keeping the chain length and fraction of charged
monomers to be constants as N = 300 and f = 1/3. We have
selected three types of polycations with typical sequences as
shown in Figure 3a. For each charge sequence, we also
calculate the polycation concentration ϕp in coacervate phase
when the corresponding polycations complex with periodically
charged polyanion with τ = 3. These concentrations are ϕp =
0.247, 0.239, and 0.256 for sequence 1, 2, and 3, respectively.
Then we calculate the phase diagram of three-component

solution in which the polycations may have arbitrary charge
sequences. The polyanion C has periodic sequence of τ = 3.
When polycation A has an arbitrary sequence 1 and B has a
periodic sequence of τ = 3, a typical phase diagram is shown in
Figure 3b. Also, for a system in which A has sequence 2 and B
has sequence 3, a typical phase diagram is shown in Figure 3c.
Both two diagrams have a blue 3-phase region, indicating that
for arbitrary sequences the asymmetry in sequence can also
produce an effective repulsion between polycations and may
lead to multiphase separation. When we use the convex hull

Figure 2. (a) Concentration of polycation in the coacervate phase varies with their charge pattern for two-component mixture consisting of a type
of polycations with varying τ and a type of polyanion with fixed τ = 3. (b) For a three-component solution containing A, B, and C polyions, Δϕp is
calculated by considering two separate systems (A + C and B + C solutions) with given τA and τB values. At the same time, whether these three-
component systems can undergo 3-phase separation is displayed accordingly. The solid circles denote the solution may separate into a dilute phase
coexisted with two coacervate phases, while hollow circles denote it can only separate into a dilute and a coacervate phase.

Figure 3. (a) Some arbitrary charge sequences of polycations. Red and gray squares denote positively charged and neutral monomers, respectively.
(b, c) Phase diagram of salt-free solution of polycation A, B, and polyanion C mixture solution. A and B have the same fraction of charged
monomers but different charge patterns. Polyanions C has periodic charge sequence of τ = 3. In (b), polycation A has the sequence 1 and
polycation B has periodic charge sequence of τ = 3. In (c), polycation A has the sequence 2 and polycation B has sequence 3. Blue, red, and green
denote the 3-phase, 2-phase, and 1-phase region, respectively. Black lines of the 2-phase region are tie-lines of phase separation.
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method to draw phase diagram, the calculation error relies on
how small the grids are in dividing the phase space. Therefore,
the position of the critical point in the diagonal 2-phase region
cannot be determined precisely. Instead, the critical point
should lie on the right upper phase boundary of 1- and 2-phase
region. Considering the sequence 1 and 3 statistically having
blocky charge patterns, the separation of these polycations with
nearly alternating distributed charge sequences is reasonable.
On the other hand, phase diagrams b and c reveal that ϕB in
phase II (AC-rich coacervate) and ϕA in phase III (BC-rich
coacervate) are non-negligible, indicating the immiscibility
between two coacervate phases is weak. We further find that
for systems in Figure 3b,c Δϕp = 0.017, which is a little larger
than the critical value Δϕp* = 0.015 we founded in the previous
section.
Likewise, more arbitrary sequences with fraction of charged

monomers of f = 1/3 are generated for polycations. For each
arbitrary sequence, we first calculate the concentration of
polycations ϕp in the coacervate phase when the polycations
are simply mixed with polyanion of periodic sequence τ = 3.
Then the phase diagrams of the solution containing two types
of polycations with different arbitrary sequences and
polyanions of τ = 3 are calculated. These phase diagrams are
classified into two categories: one that 3-phase separation may
happen and another one that would only undergo 2-phase
separation. For each system with given arbitrary charge
sequences for A and B polycations, Δϕp is also calculated.
We handle 1500 systems with different combinations of charge
sequences for A and B polymers from 3000 sequences
generated arbitrarily. After calculating their Δϕp and phase
behaviors, we give the results as shown in Figure 4. The solid
circles represent the systems that can phase-separate into three
coexisting phases, while the hollow circles mean only 2-phase
separation happens and multiphase coacervation cannot occur.
Apparently, it can be observed in Figure 4 that Δϕp* =

0.0155 can approximately be a criterion for the appearance of
multiphase separation. When the Δϕp is above Δϕp*, the

immiscibility between two polycations is capable of driving the
phase separation between two coacervate phases and leading to
a 3-phase separation. Figure 4 determines more precisely the
critical value as Δϕp* = 0.0155. Therefore, Δϕp can quantify
the immiscibility of two polycations in three-component
solution, whatever their charge patterns. On the other hand,
although this criterion is general for all charge patterns of
polycations, the specific critical value depends on system
details, including the charge fraction and chain length of
polycations and the structure of polyanion.

Charge Sequence Effect of Polyanion. In previous
sections, the charge pattern of polyanion is fixed and the
charge sequence effect of polycation is investigated. In this
section, we study the charge sequence effect of polyanion on
the multiphase separation. The structure of polycations are
fixed, where polycations A and B have the chain length of NA =
NB = 120, the fraction of charged monomer of fA = f B = 1/3,
and periodic sequence of τA = 3 and τB = 60; i.e., polycation A
has the sequence of (ab2)40 and B has (a20b40)2. The chain
length and charge fraction of the polyanion are fixed at NC =
120 and f C = 1/3, and its charge sequence is set to be periodic
patterns with τC = 3, 15, and 60.
The phase diagrams of three-component solution consisting

of A, B, and C are depicted in Figure 5. It can be seen that with
increasing τC, the three-phase window (blue region) decreases
and the two-phase region (red) of demixing phases shrinks. At
the same time, both the concentration of B (ϕB) in phase II
and concentration of A (ϕA) in phase III (corresponding to the
two corners of blue triangle) increase. The results indicate that
the immiscibility between two coacervate phases decreases
when the charge pattern of the polyanion becomes blockier.
Meanwhile, with the increase of τC, the total concentration

of polyelectrolyte ϕp in coacervate phase for two-component
AC solution or BC solution increases, indicated by the
expansion of the 2-phase region along the coordinate axes of
ϕA or ϕB. This higher coacervation tendency induced by the
blockier charge pattern has been well described in the previous
works,39,65,76 which physically arises from the stronger
attraction between negatively charged polyions and positively
charged polyions. However, in the three-component solution,
this higher concentration of ϕp will further produce a lower
immiscibility between two coacervate phases. Equation 9
shows that the effective repulsion between two polycations
originates from the asymmetry of structure factor G(q) and the
constant a(q). When polyanions change their charge pattern
and polycations’ charge sequences are fixed, the difference in
structure factor G(q) between A and B is a constant, and only
a(q) is affected. On the other hand, eq 7 shows that a(q) is
related to the electrostatic interaction u(q) and the summation
of ϕGu/N. Therefore, the latter term plays an effective
screening role in electrostatic interaction. Once the concen-
tration of polyelectrolyte ϕp is increased, χeff,AB′ will become
smaller, meaning that the electrostatic interaction will be
further screened and thus results in the decrease of
immiscibility. In Figure 5, increasing τC leads to the increase
of ϕp in coacervate phase, and consequently the decreased
tendency of multiphase separation. As before, many factors,
including the charge pattern of polyanion, chain length, and
fraction of charged monomers, all have an impact on the
multiphase coacervation, and the details can be referred to in
the Supporting Information. When the polyanion shows a
higher coacervation tendency with polycations, the separation

Figure 4. Phase behavior of different systems consisting of two kinds
of polycations with arbitrary sequences and polyanion with periodic
sequence of τ = 3. N denotes different systems we arbitrarily
generated, and the Δϕp denotes the differences of ϕp, which is the
concentration of the polycation in the coacervate phase when they
individually coacervate with the τ = 3 polycation. The solid circles
denote the systems may undergo a 3-phase separation, while the
hollow circles denote there will only be 2-phase separation. The red
line of Δϕp = 0.0155 can be approximately seen as a criterion of
multiphase separation.
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between coacervate phases is less possible because of stronger
screening.

Phase Diagram with Adding Salt. For a common two-
component system, adding salts can screen electrostatic
interaction and may lead to the coalescence between the
dilute and coacervate phase. Here we investigate the salt effect
on multiphase separation of polyions driven by asymmetry in
charge sequence. Because the electroneutrality condition has
been guaranteed with stoichiometry of oppositely charged
polymers, the salt added includes equivalent monovalent
cations and anions, and its concentration is denoted by ϕs =
ϕs+ = ϕs−.
We calculate the composition of each phase for 3-phase

separated systems when salt is gradually added into the
solution, and three-dimensional phase diagrams of two typical
systems are shown in Figure 6. The polyelectrolytes are set to

have periodic charge patterns. The charge sequence of
polyanion is set to be τC = 3, while polycations have the
parameter as τA = 3 and τB = 30 in Figure 6a,b and τA = 15 and
τB = 150 in Figure 6c,d. With the addition of salt, the 3-phase
region shrinks due to the screening of salt ions. At the critical
salt concentration where the coexisting 3-phase disappears, the
composition of two phases becomes the same, which indicates
that the 3-phase separation transforms into a 2-phase
separation. However, these two systems show a different
dissolution way with adding salt. For τA = 3 and τB = 30 in
Figure 6a,b, the compositions of two coacervate phases
approach gradually and become the same at the critical salt
concentration. When the bulk concentration lies in the above
region of green line in Figure 6b, addition of salt will lead to
the disappearance of the dilute phase, and the left two phases
are coexisting AC and BC solutions. If the bulk concentration
is below the green line, the two coacervate phases will fuse,
forming a condensed A + B + C coacervate phase together
with a dilute phase. For the system with τA = 15 and τB = 150
(Figure 6c,d), the 3-phase region also shrinks with addition of
salt, but the compositions of AC coacervate phase and the
dilute phase approach rapidly and become the same at the
critical point. Therefore, the dilute phase disappears finally,
and the solution consists of two coexisting phases: one is
condensed AC phase, and another one is the homogeneous B
+ C solution with low polyelectrolyte concentration. In our
previous work about multiphase separation driven by linear
charge asymmetry, salt will only induce the coalescence of
dilute phase and one coacervate phase containing polycations
with lower charge density.84

Either the fusion between two coacervate phases or the
dissolution of the AC coacervate phase into the dilute phase
indicates the screening effect of mobile ions on electrostatic
correlation. Considering the attractive interaction between C
and A/B chains as well as the repulsive interaction between A
and B chains, salt ions should induce the screening effect in a
complicated way. To reveal the different roles of salts in the
above two systems, we plot the concentration variations of A/B
components with added salts for different phases. Figure 7a,c
gives the concentrations of polyions A and B within different
phases as functions of salt concentration for coexisting three
phases. Note that the concentration of C should be equal to
the sum of that of A and B in each phase as a result of
electroneutrality. It can be seen that adding salts decreases all
concentrations of major components in coacervate phases, for
example, ϕA in phase II (AC coacervate) and ϕB in phase III
(BC coacervate), which indicates the strong screening role of

Figure 5. Phase diagram of salt-free solution of polycations A and B and polyanion C. Polymers have chain length of NA = NB = NC = 120, fraction
of charged monomers of fA = f B = f C = 1/3, and periodic sequence of τA = 3, τB = 60, and τC = (a) 3, (b) 15, and (c) 60. Blue, red, and green denote
3-phase, 2-phase, and 1-phase region, respectively. Black lines of the 2-phase region are tie-lines of phase separation.

Figure 6. Phase diagrams of solution of polycations A and B and
polyanion C when salt is added. The blue region denotes 3-phase
separation. The deep blue surfaces denote the tie lines of 3-phase
separation. Polyelectrolytes have a chain length of NA = NB = NC =
300, charge fraction of fA = f B = f C = 1/3, and periodic sequence of τC
= 3, (a, b) τA = 3, τB = 30; (c, d) τA = 15, τB = 150. (b, d) Top views
of phase diagram (a, b). The end points of red lines denotes the
composition of two phases at the critical salt concentration for 3-
phase separation. In (b), when 3-phase separation turns into 2-phase,
the region below the green line denotes dilute−ABC separation, and
above it denotes AC−BC separation.
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salt ions between oppositely charged polyions. The electro-
static correlations are weakened significantly.
An interesting phenomenon is that the influence of salts on

the minority component in each condensed phase is rather
different for the above two systems. For the system with τA = 3
and τB = 30, the addition of salts increases the content of
minor components in each condensed phase gradually, such as
ϕA in BC coacervate and ϕB in AC coacervate, as shown in
Figure 7a. In this case, salt ions also screen the repulsive
interaction between polycations A and B. However, the system
with τA = 15 and τB = 150 exhibits opposite dependence of
minor components’ concentrations on the salt concentration.
Figure 7c shows that addition of salt ions leads to the
decreasing of minor polycation concentrations for two
coacervate phases, including ϕA in the BC coacervate and ϕB
in the AC coacervate. At the same time, the AC condensed
phase coalesces with the dilute phase at high salt concen-
tration. Therefore, adding salt effectively results in a stronger
separation tendency between A and B polycations in this case.
This effect is possibly related to the difference in electrostatic
correlation ΔG(q) = |GA − GB| between two polycations,
although the underlying mechanism remains unclear. The
system with large sequence asymmetry of τA = 15 and τB = 150
displays a significant strong peak while the system with τA = 3
and τB = 30 only has a weak wave crest at larger q (see Figure
S4). For polyelectrolyte mixture, the large asymmetry of
sequence pattern between A and B polycations produces
stronger repulsive correlations, which may be slightly affected
by the screening of salt ions. At last, we study the salt
partitioning in the coexisting phases for the above two systems,
as shown in Figure 7b,d. At low salt concentrations, the small
ions are enriched in both AC and BC coacervates, and the
small ion concentrations in condensed phases are higher than
that in dilute phase by even about 20%, which is attributed to
the stronger electrostatic correlations in coacervates. At high
salt concentrations, salts are depleted from two coacervate
phases to dilute phase.

■ CONCLUSIONS
The study theoretically investigates the complex coacervation
of solution consisting of polycations A and B and polyanion C,
where A and B have the same charge fraction but different
charge patterns. The phase diagrams of the solution are
calculated by use of RPA for various charge patterns, and the
effects of charge sequence of polyanion as well as addition of
salt are also studied. The calculations indicate that the charge
pattern of polyelectrolytes has a significant influence on
regulating the coexisting phases of LLPS. On the basis of our
results, some general conclusions can be reached.
First, the large enough asymmetry of charge patterns of

polyelectrolytes in a three-component system may lead to an
effective repulsion between different same-charged compo-
nents and consequently result in the occurrence of multiphase
separation. In our system, when the sequences of polycations
are similar, it will only phase-separate into a dilute phase
together with an A + B + C coacervate phase. However, if
polycations A and B have distinct charge patterns, multiphase
separation happens and a dilute phase will coexist with two
coacervate A + C and B + C phases.
Second, we put forward a criterion capable of predicting the

occurrence of multiphase separation. The criterion is the
difference of polyelectrolyte concentration in coacervate
phases, Δϕp = ϕp

A − ϕp
B, when the individual coacervation

process of two polycations with polyanions (A + C solution or
B + C solution) is taken into account. If Δϕp is larger than
some critical value of Δϕp*, the immiscibility between two
coacervate phases becomes large enough, and then the
multiphase structure will form no matter periodic or arbitrary
charge sequence of polycations. A lot of different phase
behaviors for various arbitrary charge sequences, as shown in
Figure 4, further confirm the validation of the criterion Δϕp.
Specifically, with our chosen systematic parameters, Δϕp* =
0.0155 approximately in this study.
Third, our results show that the properties of counterpolyion

(polyanion), such as its charge sequence, will affect the

Figure 7. (a, b) When multiphase separation happens, the concentrations of ϕB and ϕA in phases II and III as functions of salt concentration for the
system with (a) τA = 3, τB = 30 and (b) τA = 15, τB = 150. The dashed and solid lines denote phase II and III, respectively. The polyanion C is
periodic sequence with τC = 3. (c, d) Variation of salt partition between coacervate phases (II, III) and dilute phase I with salt concentration for the
system with (c) τA = 3, τB = 30 and (d) τA = 15, τB = 150.
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multiphase separation. When its charge sequence of polyanion
becomes blockier, the immiscibility of two coacervate phases
decreases, which originates from the higher concentration of
polyelectrolytes in the coacervate phases. The screening of
electrostatic interaction is enhanced for more concentrated
polyelectrolyte solution, and thus the separation tendency
between coacervate phases is weakened. Therefore, the phase
separation between coacervate phases will be less likely to
occur.
At last, salt ions have a remarkable effect on phase separation

since they also enhance the screening of electrostatic
correlation interaction. We investigate the variation of 3-
phase region with addition of salt ions. Depending on specific
system and initial solution compositions, adding salt may result
in the dissolution of one coacervate phase into the dilute phase
while retaining another coacervate phase or the fusion between
two coacervate phases coexisting with a dilute phase.
Although all the results are calculated for a three-component

coacervation system, we believe that the mechanism of
sequence asymmetry-driven multiphase coacervation, as well
as the robust conclusion, can be extended to general LLPS
systems including more components. It is need to be point out
that the RPA theory we used has its limitations. For the dilute
phase, RPA fails to give an accurate description of the free
energy as the chains may deviate from Gaussian conformation
significantly. Second, RPA is based on the homogeneous
concentration assumption, and it may not capture the correct
structure for highly blocky polycations (such as diblock
polycations) in the coacervate phase. In that case, microphase
separated structure may appear, in which dense domains of
charged blocks coexist with the regions enriched with neutral
blocks, as confirmed by theory78 and simulation.89 Besides, the
charge association and dissociation may play extremely
important roles in determining the properties of polyelec-
trolyte coacervation system, which is not included in the
present study. In our model, we only consider weakly charged
polyelectrolytes and assume that the charges of each chain
remain fixed. The complex charge association and dissociation
effect still need further development. Despite these limitations,
our work based on RPA theory reveals the importance of
charge pattern to drive a multiphase coacervation for
multicomponent polyelectrolyte mixture, and it provides
some insights into the formation of multiphase structures in
cells.
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