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origins of two-component
multiphase condensates of proteins†

Pin Yu Chew, a Jerelle A. Joseph, abc Rosana Collepardo-Guevara*abc

and Aleks Reinhardt*a

Intracellular condensates are highly multi-component systems in which complex phase behaviour can

ensue, including the formation of architectures comprising multiple immiscible condensed phases.

Relying solely on physical intuition to manipulate such condensates is difficult because of the complexity

of their composition, and systematically learning the underlying rules experimentally would be extremely

costly. We address this challenge by developing a computational approach to design pairs of protein

sequences that result in well-separated multilayered condensates and elucidate the molecular origins of

these compartments. Our method couples a genetic algorithm to a residue-resolution coarse-grained

protein model. We demonstrate that we can design protein partners to form multiphase condensates

containing naturally occurring proteins, such as the low-complexity domain of hnRNPA1 and its mutants,

and show how homo- and heterotypic interactions must differ between proteins to result in

multiphasicity. We also show that in some cases the specific pattern of amino-acid residues plays an

important role. Our findings have wide-ranging implications for understanding and controlling the

organisation, functions and material properties of biomolecular condensates.
1 Introduction

Biomolecular condensates are involved in controlling many
aspects of cell biology and pathology. By dynamically segregating
particular biomolecules,1,2 condensates help create intracellular
micro-environments that contribute to the regulation of chemical
reactions3,4 and mediate a variety of fundamental biological
processes, from cell signalling5–9 to RNA metabolism,10–12 response
to stress,13–17 regulation of transcription18–23 and DNA repair.24–26

Moreover, dysregulation of biomolecular phase separation has
been associated with a growing list of diseases from cancer to
neurodegeneration.27–32 The link between aberrant liquid–liquid
phase separation (LLPS) and disease highlights the desirability of
developing new tools to manipulate the properties of condensates
to bypass pathologies. Anti-cancer drugs have already been shown
to concentrate preferentially into condensates,33 and some small
molecules can modulate LLPS,34 making biomolecular conden-
sates potential drug targets.
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Anumber of biomolecular condensates in vitro and in cells have
been observed to display multiphase architectures: structural
heterogeneity over mesoscopic length scales, where immiscible
phases with different compositions coexist within the same liquid
droplet. In vitro, multiphase droplets have been observed in
various multi-component mixtures, all involving RNA and at least
two different proteins, e.g. those of poly(PR) and RNA homopoly-
mers,35 of polyR, polyK and polyU,36 and of prion-like and arginine-
rich polypeptides, and RNA.37 Inside cells, a prime example is the
nucleolus, a highly multi-component system, which exhibits
a multilayered architecture38 that is thought to be important for
sequential processing of nascent rRNA transcripts.10 Similar
internal structuring is also found in stress13 and P granules.39–41

The presence of multiple condensed phases in a single condensate
may reect different biological processes taking place in physically
separated regions within the same compartment.42,43

The emergence of a multiphase organisation has been associ-
ated with the physicochemical diversity of the various molecular
components. One hypothesis is that multiphase condensates
emerge in multicomponent systems when there is competition for
a shared binding partner.36,37 For instance, competing protein–
protein and protein–RNA interactions can provide a regulatory
mechanism for the organisation of multiphase condensates.37

Simulations of multi-component systems44,45 have further revealed
that the phase boundary for demixed phases is sensitive to the
variance of intermolecular interaction strengths: if it is sufficiently
large, multiple distinct phases can form.45 From the physico-
chemical point of view, the formation of an interface between two
© 2023 The Author(s). Published by the Royal Society of Chemistry
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phases is thermodynamically unfavourable and must be
compensated for by free-energetically favourable interactions in
the demixed system. The extent to which an interface is
unfavourable is quantied by the interfacial free-energy density,
which gives the free-energy penalty per unit area of the interface.
Unsurprisingly, the various forms of structuring and morpholog-
ical patterns of multiphase condensates have been suggested to be
modulated by the difference in the interfacial free-energy densities
of the phases,38,46–49 which in turn depend on the sequence-
encoded molecular interactions of the components.35–37,48 Phases
with high interfacial free-energy densities are expected to be
engulfed by those with lower ones,50 while some phases form
completely separate droplets due to high interfacial tensions.51

These observations, together, might suggest that RNA is essential
to sustain multiphase condensates, or that a large number of
components are needed. But is that the case? To be able to identify
the rules governing multiphasicity, here, we focus on systems that
are rather simpler, with only two protein components. We develop
a molecular-simulations approach that allows us to understand
the physicochemical characteristics they must have to form
multiphase condensates.

Although one could in principle speculate, based on physical
intuition, which pairs of protein sequences might give rise to
multiphase architectures, this strategy is likely only feasible for
simple amino-acid sequences. Even then, the phase behaviour of
multi-component systems with multiple coexisting condensed
phases is far more challenging to predict than that of single-
component condensates, especially given the complexity and
diversity of biologically relevant proteins. Computational
approaches, such as genetic algorithms, can help explore the vast
size of protein sequence space by automating the design of protein
sequence mutations. Broadly speaking, genetic algorithms use
mechanisms inspired by biological evolution, such as crossovers
and mutations, to optimise properties of a system,52–54 and have
long been used in optimisation problems in many elds,55–65

including those with biological applications such as protein
engineering66–68 and drug design.69,70 Genetic algorithms have
recently been applied to evolve protein sequences to (de)stabilise
their condensates.71,72 However, in order to use genetic algorithms
in the context of LLPS, we rst need to quantify the protein
properties we wish to optimise. Recently, computer simulations
have connected features of individual biomolecules to their phase
behaviour.73 Depending on the question being addressed, models
from atomistic74–80 via residue-level81–87 to minimal,80,88–90 alongside
other computational approaches such as predictive algorithms
and machine-learning methods,85–87,91–95 have all been used with
success. Simple models for phase separation of multi-component
mixtures and multiphase organisation have also been studied in
detail with a combination of simulations and theory.96–100

Motivated by these ideas, here we develop an evolutionary
algorithm that goes beyond manipulating the stability of
condensates and allows us to enforce or inhibit a desired spatial
organisation of biomolecules inside multi-component conden-
sates. We couple molecular-dynamics simulations of a residue-
resolution coarse-grained protein model that achieves near quan-
titative agreement with experiments84 with a genetic algorithm71 to
evolve protein sequences towards increasing ‘multiphasicity’,
© 2023 The Author(s). Published by the Royal Society of Chemistry
which we dene to be the difference in the compositions of the two
coexisting phases of a multiphase condensate. The multiphasicity
of a condensate increases with the purity of the two coexisting
phases. We rst demonstrate that we can increase the multi-
phasicity of a protein mixture using a genetic algorithm with an
appropriate tness function to evolve the amino-acid sequence of
one of the two proteins (Section 2.1). We then show that we can
design a protein sequence to act as a multiphase partner for some
other protein of choice by coevolution (Section 2.2), including
proteins of biological relevance such as the low-complexity domain
(LCD) of heterogeneous nuclear ribonucleoprotein A1 (hnRNPA1).
Finally, we analyse the changes in interaction energies (Section 2.3)
and amino-acid patterning (Section 2.4) to probe the factors
driving the formation of multilayered condensates.

2 Results
2.1 Genetic algorithms can improve the separation of two-
protein multilayered systems

Genetic algorithms can effectively evolve amino-acid sequences to
nd mutations that give rise to desired changes in phase behav-
iour.71,72 During the evolution, each protein in a population is
associated with a tness value, as computed with a tness func-
tion, and the population is evolved with local mutations and
crossovers between individual sequences towards a tter – albeit
not necessarily the ttest – solution. Rather than determining an
optimal solution (however dened), the genetic algorithm follows
local gradients in tness space towards a better solution that is not
drastically dissimilar to the starting sequence. The success and
efficiency of the genetic algorithm depend on the quality of the
tness function, which should be relatively simple and inexpensive
to compute, while at the same time sufficiently complex to act as
a suitable proxy for the property being evolved. For simplicity, here
we focus on evolving two-component protein condensates towards
higher multiphasicity (as dened above). Nonetheless, our
approach can readily be generalised to condensates with a larger
number of components, which are in any case expected to behave
similarly.45

To design our tness function, we start with the simplestmetric
of multiphasicity we could conceive for a two-component system:
the difference in the number densities between the two different
proteins at the centre of the multilayered condensate. This quan-
tity is small when the two-componentmixture phase separates into
a homogeneous condensate (i.e. low multiphasicity) and large
when it phase separates into a multilayered condensate with each
layer enriched in a different protein (i.e. high multiphasicity)
[Fig. 1a]. However, if the two-component mixture phase separates
into a homogeneous condensate that is depleted of one of the two
proteins and a dilute phase that is enriched in the depleted
protein, this metric is large even though the multiphasicity is low
[Fig. 1a(iii)]. To avoid this, we introduce a second term in the
tness function that penalises the accumulation of either protein
in the dilute phase, namely the sum of the number densities of the
two components far away from the condensate [eqn (1)], scaled by
a weighting parameter s. A large smight seem desirable to ensure
the enrichment of both components inside the condensate;
however, when its value is too large, it dominates the tness
Chem. Sci., 2023, 14, 1820–1836 | 1821
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Fig. 1 The genetic algorithm can improve multiphasicity. (a) Examples of systems with high and low fitness values. The parameter s determines the
trade-off between increasing the difference in compositions between the two phases and obtaining two stable liquid-like phases alongside a vapour-
like phase. (b) Density profile (number density r against the long axis of the simulation box) of the initial two-component system considered. Protein I is
enriched in the inner layer and protein O in the outer layer. Here Oi = (FAFAA)10 and Ii = F50 with random noise added by introducing mutations with
probability 0.60 to the latter such that both sequences mix to give a system with low multiphasicity. (c) Density profile of the final evolved system with
maximum fitness when protein O is evolved, and (d) when protein I is evolved in separate runs. Snapshots of the correspondingmultiphase droplets are
provided for each case. (e) and (f) Fitness (relative to the average fitness in round 0) as a function of genetic-algorithm progression. The shaded area
corresponds to the standard deviation of the fitness across the population in each round. In both cases, a high population diversity is maintained.
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function, making the rst term irrelevant in magnitude, and can
actually favour homogeneous condensates instead. In general, this
weighting parameter can be tuned as necessary depending on the
specic system of interest [see Fig. S1†].

When evolving a two-component protein system towards
increasing multiphasicity, the goal is to obtain a set of mutations
to the amino-acid sequences of the two proteins such that the
mutated proteins form a condensate with a more segregated
multilayered architecture than the starting pair. We refer to the
protein enriched in the core of the multilayered condensate as the
‘inner protein’ or ‘protein I’, and the one concentrated in the outer
layer as the ‘outer protein’ or ‘protein O’. There are several routes
one could take: one could evolve either the inner or the outer
sequence in separate evolution runs, or even evolve both
sequences, simultaneously or alternately, in the same run. In our
evolution runs, we evolve either the inner sequence or the outer
sequence whilst keeping the other sequence unchanged in order to
simplify the subsequent analysis of driving forces. To evolve the
sequence, we apply the genetic algorithm as described above (and
1822 | Chem. Sci., 2023, 14, 1820–1836
in the Methods section), computing a sequence's tness by per-
forming direct-coexistence molecular-dynamics simulations of the
two-component mixture in a slab geometry using our residue-
resolution coarse-grained model, Mpipi,84 at a xed temperature.

As a preliminary test of our approach, we rst consider
a mixture of (FAFAA)10 and F50 and add sufficient mutations (i.e.
random noise) to the latter to ensure that the initial condensate
has a low tness. Themutations are added in a similar way to how
the initial population of sequences is generated in the genetic
algorithm (Methods), but with a replacement probability of 0.60. In
this initial state, (FAFAA)10 is slightly enriched at the interface and
is deemed the outer sequence, but there is an appreciable degree
of mixing with the inner sequence. We then perform two separate
evolution runs, evolving (a) the inner sequence whilst keeping the
outer unchanged, and (b) the outer sequence whilst keeping the
inner sequence unchanged. A comparison of the density proles of
the initial system to that of the nal systems with the maximum
tness [Fig. 1b–d] conrms that our tness function can success-
fully guide the initial system towards increasing multiphasicity in
© 2023 The Author(s). Published by the Royal Society of Chemistry
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both cases. When the inner sequence is evolved, a stable multi-
layered condensate can be obtained with a weighting parameter s
= 0 used in the tness function; by contrast, when evolving the
outer sequence, the nal result is sensitive to the value of the
parameter s and s > 0 must be used. We show in Fig. S1† the nal
evolved systems obtained with different values of s. Additionally,
the genetic-algorithm progressions in each case are depicted
[Fig. 1e and f]. We plot the mean tness of the population (blue
curve), the tness of the ttest individual (red curve) and the
number of distinct sequences in the population (i.e. its ‘diversity’;
yellow curve). Finally, we show the results for an evolution run
starting from a different initial system with different sequences in
Fig. S8a and b,† demonstrating that the behaviour observed is not
sensitive to the initial sequence choice.
2.2 Multilayered condensates can be designed by coevolving
a partner protein sequence alongside a protein of interest

Armedwith an effective tness function formultiphasicity, we next
set out to use our genetic algorithm to guide the design of partner
proteins that result in multilayered condensates alongside known
phase-separating proteins of interest (e.g. a naturally occurring
protein, such as hnRNPA1 LCD used below). There are many
challenges involved in designing a partner protein for this
purpose, such as ensuring that it phase separates under similar
experimental conditions to the protein of interest (e.g. salt, pH, and
temperature), and that it establishes suitable associative interac-
tions with the protein of interest to form a single multilayered
condensate. Thus, to facilitate convergence in this more complex
scenario, we start our coevolution approach [Fig. 2a] from an initial
reference system of two proteins, both different from our protein
of interest, which phase separates into a multilayered structure
with a high degree of multiphasicity. The initial reference systems
used in the coevolution runs are designed using simple generic
sequences of amino acids based on knowledge from previous
experimental and theoretical studies showing that immiscible
phases form when interaction strengths between their compo-
nents are sufficiently different.35,36,45,48,49,101 In particular, we choose
the inner sequence to have a high aromatic sticker content [e.g.
F135 or Y135; see below], since aromatic residues exhibit strong
favourable interactions. For the outer sequence, we choose
a simple sequence that combines some sticker residues with
spacer residues [e.g. (FAFAA)10], so that the overall interaction is
less strong compared to the inner sequence. To arrive at our
protein of interest, we then systematically mutate one of the two
reference sequences throughout the coevolution run. These
systematic mutations are done gradually, once every 5 rounds, by
randomly changing ∼10% of the residues of this protein selected
from those that have yet to be changed to the amino acid of the
target protein. Simultaneously, we evolve the other sequence with
the genetic algorithm using our tness function [eqn (1)].

Since only a small proportion of the residues in the sequence
that is systematically changed are modied each time, multi-
phasicity can be maintained at least to some degree throughout
the process. This procedure ensures that there is a gradient of the
tness in sequence space in the direction of increasing multi-
phasicity which the genetic algorithm can evolve towards at every
© 2023 The Author(s). Published by the Royal Society of Chemistry
round during the coevolution. If one started from the reference
multilayered system and changed one of the sequences to the
target sequence in one go, this may result in full mixing of the two
components within a homogeneous liquid-like phase and hence
the loss of multiphasicity altogether. From combinatorics, there
are numerous sequences that can form a homogeneous conden-
sate with the target sequence; using the genetic algorithm starting
from a fully mixed state would therefore be inefficient, as the
initial random search for possible mutations that result in multi-
phasicity would be slow before there is a gradient in sequence
space towards increasing multiphasicity that can be exploited by
the genetic algorithm.

Of course in some cases, changing one sequence in the refer-
ence system to the target protein may still give a multilayered
system, albeit likely with a lower degree of multiphasicity. Alter-
natively, one may also be able to propose, based on physical
intuition and understanding of the intermolecular interactions
that give rise to the formation of multiphase condensates,
a protein sequence that can form a multilayered condensate with
the target protein. In such situations, it is possible to use the
genetic algorithm directly to evolve the system towards an
increasing degree of multiphasicity, as discussed in Section 2.1.
However, importantly, the coevolution approach we have outlined
would nd a possible solution much more efficiently even if an
initial multilayered system with the target protein is unknown and
difficult to predict by hand.

Here, to demonstrate the robustness of the coevolution
approach, we select the initial reference systems and target
sequences in the coevolution runs such thatmaking the systematic
change directly in one go results in complete mixing to give
a single homogeneous liquid-like phase [cf. Fig. S19a†]. We show
the results of the coevolution approach tested on systems with
simple generic sequences in Section S12.

2.2.1 A multiphasic partner can be found for hnRNPA1
LCD and its variants. To demonstrate how the coevolution
approach can be used to design multiphase condensates con-
taining naturally occurring phase-separating proteins, we turn our
attention to the LCD of hnRNPA1 (denoted here as A1 LCD). We
rst focus on designing a multilayered condensate with A1 LCD
concentrated at the centre, and below we look at the converse case.
To predict the partner sequence that forms a multilayered
condensate with A1 LCD at the centre, we start our procedure with
a mixture of I = F135 and O = (FAFAA)10, and then systematically
change the inner protein to A1 LCD whilst evolving the outer
protein using the genetic algorithm. We choose the initial inner
protein such that its length is the same as that of A1 LCD. During
the rst 45 rounds of the coevolution procedure, the residues of
the inner protein F135 are systematically and gradually changed to
those of A1 LCD [Fig. S2e†], whilst the outer protein (FAFAA)10 is
evolved. We continue the genetic algorithm on the outer protein
for an additional 20 rounds to increase the degree of multi-
phasicity of the system further. We show the density proles and
snapshots of the initial system and the nal evolved system at the
end of the coevolution run in Fig. S2b and c;† the nal system
exhibits two liquid-like phases of different composition with A1
LCD enriched in the centre, demonstrating that the coevolution
Chem. Sci., 2023, 14, 1820–1836 | 1823
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Fig. 2 Coevolution of a multilayered condensate partner for A1 LCD. (a) Illustration of the coevolution approach. Starting from an initial two-
component reference system with high multiphasicity, we systematically change one sequence to the predetermined target protein (yellow to pink),
while simultaneously evolving the other sequence (blue to green) to predict a partner sequence that forms a multilayered condensate with the target
protein. Spherical droplets are shown for clarity; in direct-coexistence simulations, we use a slab geometry instead. (b) Density profile of the final evolved
system with maximum fitness from the coevolution run where A1 LCD is designed to be at the centre and (c) where A1 LCD is designed to be on the
outside of the condensate. The pink dashed line is the density profile of a single-component system of A1 LCD equilibrated at the same temperature
(250 K). (d) Density profiles of the final evolved systems with maximum fitness from the coevolution runs with different variants of A1 LCD as the inner
sequence. The densities of the A1 variant and the predicted outer partner sequence are plotted in pink and green, respectively. The pink dashed lines are
the density profiles of a single-component system of the corresponding A1 variant equilibrated at the same temperature. The A1 variants are arranged in
order of increasing upper critical solution temperature.
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approach is able to predict a partner sequence that forms
a multilayered condensate with A1 LCD.

The genetic-algorithm progression of this coevolution run is
shown in Fig. S2d.† The average tness and the maximum tness
suddenly decrease in rounds where systematic changes are made
and the tness of the entire population is recalculated. Although
the outer sequence is evolved using the genetic algorithm for
a considerable number of rounds aer the inner sequence has
been completely changed to A1 LCD, the maximum tness does
1824 | Chem. Sci., 2023, 14, 1820–1836
not improve in these rounds, suggesting that we have reached
a local maximum in the tness function. Changing the starting
sequence of the protein being evolved does not appear to offer
sufficient exibility to support a higher degree of multiphasicity.
We hypothesise that a higher multiphasicity might be achieved by
increasing the length of the partner sequence that is evolved, since
more sequence variations are possible with a longer sequence. To
test this idea, we increase the length of the outer protein from 50 to
100 residues, but keeping the total number of protein residues
© 2023 The Author(s). Published by the Royal Society of Chemistry

http://creativecommons.org/licenses/by/3.0/
http://creativecommons.org/licenses/by/3.0/
https://doi.org/10.1039/d2sc05873a


Edge Article Chemical Science

O
pe

n 
A

cc
es

s 
A

rt
ic

le
. P

ub
lis

he
d 

on
 2

5 
 2

02
3.

 D
ow

nl
oa

de
d 

on
 0

4/
11

/2
5 

17
:5

5:
13

. 
 T

hi
s 

ar
tic

le
 is

 li
ce

ns
ed

 u
nd

er
 a

 C
re

at
iv

e 
C

om
m

on
s 

A
ttr

ib
ut

io
n 

3.
0 

U
np

or
te

d 
L

ic
en

ce
.

View Article Online
unchanged, and repeat our coevolution procedure. Specically, we
start the coevolution from amixture of I= F135 and O= (FAFAA)20,
and then systematically and gradually change the inner protein to
A1 LCD whilst evolving the outer sequence [Fig. S4a†]. The density
prole of thenal evolved systemwith the longer partner sequence
is shown in Fig. 2b [see also Fig. S6b and S5a†]. As hypothesised,
the degree of multiphasicity of the nal system is considerably
improved with a longer protein partner, likely, as speculated,
because of the greater exibility in sequence choice with a longer
protein.

In principle, the resulting partner sequences obtained from the
coevolution run depend on the identity of the two proteins in the
initial reference system, and it is not immediately obvious how to
choose the reference system sensibly. Indeed, our work highlights
that the solution to this problem is not unique and multiple
different partner sequences can form diverse multilayered
condensates with a specic target protein of interest. If we wish to
nd a possible solution, rather than a specic one, starting from
any reference multilayered system should be feasible. To demon-
strate this, we repeat the coevolution run starting from a different
reference system with different protein sequences, namely
a mixture of O = N100 and I = Y135. The latter, at the centre of the
multilayered condensate, is then systematically changed to A1
LCD, while the outer protein is evolved using the genetic algo-
rithm. Density proles [Fig. S3b and c†] conrm that the coevo-
lution approach is again successful; of course, unsurprisingly, the
nal evolved partner sequence is considerably different from
before, since we expect it to retain at least some features from the
initial reference sequence.

We now test the ability of our coevolution algorithm to
predict the amino-acid sequence of a protein partner that forms
a multilayered condensate with A1 LCD concentrated towards
the interface of the condensate. To do so, we construct a refer-
ence multilayered system of I= (FAFAA)20 and O= (FIQII)27, but
now we change the outer protein systematically and gradually to
A1 LCD whilst evolving the inner one. As desired, we show
[Fig. 2c] that the system forms a multilayered condensate with
A1 LCD towards the interface [see also Fig. S6c and S5b† for
further details].

Finally, to demonstrate the robustness of the approach to the
target protein sequence, and to allow us to investigate if there are
any overarching governing principles of multiphasicity that we can
identify, we repeat the coevolution approach to nd partner
sequences for different variants of A1 LCD. In these cases, we
choose the nal multilayered condensates to have the A1 LCD
variant concentrated in the centre. The phase diagrams of a set of
A1 LCD variants have recently been determined both experimen-
tally102 and computationally using the same coarse-grained model
that we have used in this work.84 We consider sequences with
similar, higher and lower upper critical solution temperatures
compared to the wild type (WT), ensuring that sequences with
distinct features are represented. In particular, we focus on two
aromatic variants, +7F−7Y and −12F+12Y, two mixed-charged
variants, +7R+12D and +7K+12D, and two arginine–lysine vari-
ants, −6R+6K and −3R+3K. As for the WT, we start coevolution
runs from a mixture of I = F135 and O = (FAFAA)20. We show the
density proles of the nal evolved systems in Fig. 2d and the
© 2023 The Author(s). Published by the Royal Society of Chemistry
corresponding genetic-algorithm progressions in Fig. S5c–h.† The
coevolution approach successfully predicts a suitable partner
sequence for each A1 variant. The overall trends in the change in
tness are similar for all of the variants, although the nal systems
have varying degrees of multiphasicity. In particular, the nal
evolved systems with the −6R+6K and −3R+3K variants, which
have considerably lower critical temperatures than theWT, are less
well separated. We speculate that this result can be improved with
a longer partner sequence, as we have shown for the WT.
2.3 Multilayered condensates are driven by the difference in
component interaction strengths

Predicting a partner sequence to design multilayered condensates
containing a certain target sequence is of practical importance.
However, molecular simulations allow us to go one step further
and understand the underlying physical and molecular driving
forces for the observed behaviours. To identify which properties
are important for multiphasicity, we analyse the changes in the
composition and patterning of the evolved sequence in the
evolution runs with generic sequences, where one component
remains unchanged throughout, and in the coevolution runs with
systematic changes of one component to A1 LCD.

We summarise the changes in the amino-acid composition of
the evolved sequences in Fig. 3. In the evolution runs with generic
sequences where the outer sequence is evolved while the inner
sequence is kept unchanged, the amino-acid composition of the
evolved sequence changes to favour fewer aromatic residues
[Fig. 3a]. By contrast, when the inner sequence is evolved while the
outer sequence is kept unchanged, evolution favours a higher
number of aromatics [Fig. 3b]. These observations suggest that
within multilayered condensates, when other features are kept
constant (e.g. protein charge, disorder and length), protein
sequences with a higher aromatic content are likely to cluster
towards the centre. The mean interaction strengths amongst
amino acids change across the evolution runs; we use the
parameter 3i,Mpipi of the Mpipi model [see the Methods section] to
estimate these changes. The average of 3i,Mpipi across all residues in
the evolved sequence decreases over the course of the genetic-
algorithm run when the outer sequence is evolved [Fig. S7a†],
but increases when the inner sequence is evolved [Fig. S7b†]. By
comparing the nal evolved sequences with maximum tness
across three independent evolution runs [Fig. 3], we note that
residues become more strongly interacting on average when the
inner sequence is evolved, and conversely, more weakly interacting
when the outer sequence is evolved. As evidenced by Fig. 3, there
are numerous ways of achieving such a change in interaction
strengths, and the solution to this optimisation problem is
unsurprisingly not unique. This is because for a given pre-
determined sequence, from combinatorics, there should exist
multiple different protein sequences that can form a multilayered
condensate with it, i.e. many sequences are similarly t and the
corresponding well in the tness landscape is broad. This impor-
tant observation puts forward the idea that the formation of
multiphase condensates is a general phenomenon requiring only
a generic set of interaction rules governed by the overall chemistry
Chem. Sci., 2023, 14, 1820–1836 | 1825
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Fig. 3 Amino-acid composition and patterning on evolution. Comparison of the amino-acid composition and sequence patterning between the
initial and final evolved sequences with maximum fitness in the evolution runs where (a) the outer sequence is evolved and the inner sequence is
kept unchanged and (b) the inner sequence is evolved and the outer sequence is kept unchanged; and the coevolution runs where A1 LCD is
designed to be (c) the inner sequence and (d) the outer sequence in the final multilayered system. For each case, we show the composition of the
initial sequence and the final evolved sequence averaged across three independent runs. To illustrate the final evolved sequences in three
independent runs in each case, we plot for each residue i along the sequence the absolute value of and the change in 3i,Mpipi compared to the
residue in that position in the initial sequence. The value of 3i,Mpipi estimates the interaction strength of the residue in the coarse-grained model.
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of the functional groups involved (e.g. p-rich, charged, or hydro-
philic), rather than highly sequence-specic features.

When designing multiphase condensates that have the phase
of A1 LCD proteins or its variants at the centre, we observe that the
proportion of aromatic residues in the evolved partner protein
decreases [Fig. 3c, S7c and S14a†]. The more strongly interacting
residues are preferentially replaced by less strongly interacting
ones throughout the evolved partner protein sequence. This
change in composition of the evolved sequence is similar to the
trend we observe in the evolution run with generic sequences
where the outer sequence is evolved and the inner sequence is kept
constant. The nal evolved sequences in the coevolution runs with
the different A1 variants are also similar in terms of the change in
composition [Fig. S13a†], even though we selected variants with
different features. Besides a decrease in the proportion of aromatic
residues, we also observe that there is a slight upward trend in the
average net charge per residue across the sequences in the pop-
ulation [Fig. S13b†]. The effect of increasing net charge per residue
weakening the tendency to form condensates due to increasing
repulsion or promoting solvation has been investigated by Bremer
et al.102 Thismay be anothermechanism to decrease the stability of
the condensates formed by the evolved outer protein in this case,
although we note that the increase in net charge per residue is
small. Altogether, the main driving force for the evolution towards
increasingmultiphasicity of condensates with A1 LCD at the centre
is the decrease in the average interaction strength of the outer
sequence. However, for the case where A1 LCD is designed to be on
1826 | Chem. Sci., 2023, 14, 1820–1836
the outside of themultilayered condensate and the inner sequence
is evolved, the proportion of aromatic residues in the nal evolved
sequences is similar to the initial inner sequence and it is less clear
whether the residues become more or less strongly interacting
throughout the sequence [Fig. 3d and S7d†]. This is not entirely
surprising, since in the coevolution runs the two sequences in the
system are being changed and evolved simultaneously, so we
cannot necessarily expect the same trends as when only one
sequence is evolved.

To rationalise why the compositional changes we observe in the
evolved sequences favour multiphasicity, we compute the
strengths of homotypic and heterotypic interactions between
proteins forming the inner and the outer phases, and their
changes throughout the evolution runs [Fig. 4]. Overall, our anal-
yses reveal that the formation of two-component multilayered
condensates depends on three crucial requirements. First, larger
differences in the strengths of homotypic interactions of the
different species (i.e. inner–inner versus outer–outer) favour dem-
ixing of the components into separate phases [Fig. 4d], similar to
what has been observed in modelling work by Jacobs et al.45 and
Feric et al.,38 as well as experimental work withminimal systems by
Fisher et al.36 Second, the proteins that establish the stronger
homotypic interactions form the inner phase of the multilayered
condensate. In other words, the inner–inner interaction is always
the strongest, likely because such an arrangement guarantees
saturation of binding sites that can form the most energetically
favourable interactions. Third, the strength of heterotypic
© 2023 The Author(s). Published by the Royal Society of Chemistry
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Fig. 4 Homo- and heterotypic interaction strengths control multiphasicity. The change in the interaction energies of intermolecular homotypic
interactions between proteins enriched in the (a) outer and (b) inner layers, (c) heterotypic interactions between the two proteins and (d) the
difference between the outer–outer and inner–inner homotypic interactions for the system with the fittest individual. Purple curves correspond
to the system where the outer protein was evolved and the inner was unchanged, and pink curves correspond to the converse. Error bars
correspond to the standard deviation across three independent runs. Spherical droplets are shown for clarity; we use a slab geometry in direct-
coexistence simulations.

Table 1 Interfacial thermodynamic parametersa

g/mJ m−2 Sint/J m
−2 K−1 Eint/mJ m−2

Ipred 3.4(3) 17.1(1) 7.6(3)
A1 LCD 0.9(4) 9.4(7) 3.2(2)
Opred 0.03(18) 6.3(4) 1.61(8)

a Interfacial free-energy density g at 250 K, interfacial entropy density
Sint and interfacial energy density Eint for A1 LCD and its nal
coevolved proteins with maximum tness when (i) the evolved protein
is on the inside of the condensate (Ipred) and A1 LCD is on the outside
and (ii) the evolved protein is on the outside of the condensate (Opred)
and A1 LCD is on the inside. Errors in brackets apply to the least
signicant digit and give the standard errors of the tting parameters
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interactions should lie on a critical ‘sweet spot’: small enough to
favour demixing into separate phases, but sufficiently large (i.e.
comparable with the weaker outer–outer homotypic interactions)
to keep the separate phases coexisting inside the same condensate.

Our evolution and co-evolution algorithms induce changes in
the homotypic and heterotypic interactions across the evolution
that depend on the properties of the starting condensates and
which of the proteins is being evolved. For the evolution runs with
generic sequences where one sequence is evolved and the other
kept unchanged, our starting system exhibits relatively modest
strengths for both the inner–inner and outer–outer homotypic
interactions, and comparatively strong heterotypic interactions.
These heterotypic interactions become weaker throughout the
evolution runs when either the inner or the outer protein sequence
is evolved [Fig. 4c]. The inner–inner homotypic interactions also
become stronger in both cases, although the strengthening is
rather more pronounced when the inner protein is being evolved
[Fig. 4b]. This is expected when the two coexisting condensed
phases become more pure and the two components become less
well mixed.103,104 This substantial strengthening in inner–inner
interactions obtained when evolving the inner sequence indirectly
results in the outer–outer interactions also becoming stronger as
both phases become purer, even though the outer sequence is
itself kept unchanged. By contrast, when the outer protein is
evolved, the outer–outer homotypic interactions weaken even as
the outer phase becomes purer [Fig. 4a]. Nevertheless, in both
cases, we observe that the balance of interactions converges to the
same behaviour across evolutionary runs: the difference in
homotypic interactions becomes larger, while the heterotypic
interactions become weaker and comparable in strength to the
outer–outer interactions. The trends we observe for the changes in
composition and interaction energies seem to be robust to the
choice of the initial system [Fig. S8d–f and S9†]. The interaction
energies in our co-evolved multiphase condensates with A1 LCD
also meet the criteria we describe above [Fig. S11†]. That is, mul-
tiphasicity emerges for systems with sufficiently different
© 2023 The Author(s). Published by the Royal Society of Chemistry
homotypic interactions, where the inner–inner interactions are
strongest and heterotypic interactions are small but comparable to
the outer–outer interactions.

Previous work has shown that the excluded volume interac-
tions of the residues, particularly of spacers, are important for
multiphasicity.99,105 In the evolution run with generic sequences
where the inner sequence is evolved and the outer sequence is
kept unchanged, we note that the average value of si,Mpipi

increases as the tness function increases [Fig. S10†], and this
may in part be related to the suggested increase in composi-
tional demixing with increasing excluded volume. However,
since only amino-acid residues are changed in the evolution
runs and they all have relatively similar sizes, the changes in
si,Mpipi are much smaller than studied in previous work, and
residues with larger si,Mpipi may be favoured by the increase in
interactions arising from the larger cutoff rather than the
excluded volume itself.71

Finally, we compute the interfacial free-energy densities for the
liquid–vapour interface for bulk A1 LCD and its nal coevolved
proteins [see the Methods section and Fig. S12†]. These results are
shown in Table 1 and conrm the expectation that the protein with
the largest surface tension with its vapour ismost likely to be at the
[Fig. S12].

Chem. Sci., 2023, 14, 1820–1836 | 1827
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centre46 of the multilayered condensate. By computing the inter-
facial free-energy density at several different temperatures
[Fig. S12†], we can extract the interfacial entropies106 and in turn
the interfacial energies; these are also shown in Table 1. The
formation of the interface is energetically unfavourable; although
it is in principle entropically favourable, since molecules in the
liquid-like phase can gain considerable translational entropy at the
interface, this contribution is relatively small. The difference in
homotypic energies between species therefore also dominates the
thermodynamic favourability of interface formation and deter-
mines the ordering of the layers in a multilayered condensate.

Overall, our analyses explain why residues that increase the
difference in interaction strengths between the two sequences
improve multiphasicity. These results support previous studies
which found that multiple immiscible phases are formed when
there is a sufficient difference in interaction strengths between
the components in the two phases.35,36,38,45,48,49,101

2.4 Sequence patterning is only sometimes important for
multiphasicity

The patterning of interacting amino-acid groups plays an
important role in determining the phase behaviour of intrinsi-
cally disordered proteins (IDPs).71,107 For example, the range of
stability of A1 LCD condensates was shown to depend on the
number and patterning of aromatic residues, which act as
stickers in the ‘stickers-and-spacers’ framework.107,108 More
uniform distributions of stickers were found to promote the
phase separation of A1 LCD and to decrease the propensity to
form aggregates.107 However, in our initial evolution runs with
generic sequences and coevolution runs with A1 LCD, we have
shown that the nal evolved sequences in independent repeats
of the same run, despite having similar overall compositions,
can differ considerably in terms of the patterning of the more
strongly interacting sticker residues.

To investigate the importance of the patterning of different
residues in determining the degree of multiphasicity of these
two-component systems, we shuffle the nal evolved sequence
with maximum tness by rearranging residues of interest (e.g.
Fig. 5 Effect of sequence patterning on the formation of multilayered co
fitness in the coevolution run where A1 LCD is designed as the outer se
ranged in terms of increasing 3i,Mpipi. The sorted sequence with all the stro
phase behaviour. (b) Density profile of the final evolved system with max
inner sequence, but with spacer residues (see the text) in the final evolv
shuffled resulted in a decrease in multiphasicity compared to that of th
Dotted lines represent the density profile of the original evolved system

1828 | Chem. Sci., 2023, 14, 1820–1836
stickers or spacers) whilst keeping the overall composition of
the sequence unchanged, and compute the density proles and
tness of shuffled sequences to examine the effect of shuffling
on phase behaviour. In our analyses, we consider as stickers all
the aromatic residues (F, Y, and W), the neutral residues with p

electrons in the side chain (N and Q) and arginine (R), and the
remaining residues as spacers.

We rst do this for the nal ttest systems resulting from the
evolution runs with generic sequences (without A1 LCD) where one
sequence is evolved and the other is kept unchanged. Unexpect-
edly, in these systems, when we shuffle (inmultiple different ways)
the evolved sequences stemming from runs where one sequence is
evolved and the other is kept unchanged, the multiphasicity and
hence the tness are not notably altered [Fig. S15a and b†]. Even in
the extreme cases where the evolved sequence is sorted such that
the residues are rearranged in order of increasing 3i,Mpipi values,
with all the strongly interacting sticker residues clustered together
at one end of the protein, the multilayered structure was still
maintained, albeit with a drop in tness indicating a lower degree
of multiphasicity in some cases. This would suggest that for these
sequences, the patterning of the stickers and spacers has
a minimal effect on the formation of the two coexisting phases,
and that it is only the overall composition of the sequence that
determines whether the two proteins will mix into one homoge-
neous phase.

However, for the coevolution runs with A1 LCD, we do see
patterning-dependent behaviour: a sorted sequence, with stickers
at the ends of the protein molecules, results in rather different
phase behaviour [Fig. 5a] compared to the original coevolved
sequence [Fig. 2c]: in the sorted case, the sticker-rich ends interact
so strongly that they form a locally crystalline structure. Interest-
ingly, for the case where A1 LCD is at the centre of themultilayered
condensate, shuffling just the positions of the spacers in the
evolved sequence results in a lower degree of multiphasicity
[Fig. 5b] relative to the system with the original evolved sequence
[Fig. 2b]. The heterotypic interactions become stronger and the
difference in homotypic interactions of the two sequences
decreases aer shuffling, consistent with the lower degree of
ndensates. (a) Density profile of the final evolved systemwith maximum
quence, but with the residues in the final evolved sequence Ipred rear-
ngly interacting residues clustered at one end results in rather different
imum fitness in the coevolution run where A1 LCD is designed as the
ed sequence Opred shuffled randomly. The sequence with the spacers
e original evolved sequence predicted by the coevolution approach.
with the unshuffled partner sequence.

© 2023 The Author(s). Published by the Royal Society of Chemistry
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multiphasicity observed. The fact that different spacers do not give
rise to identical phase behaviour has recently been investigated by
Bremer et al.,102 and similarly, in this case, we nd that it is not just
the distribution of stickers versus spacers that is important, but
also both the identity of the spacers and their arrangement along
the sequence.

Although in some cases patterning of amino-acid residues does
not affect the phase behaviour much, it does in others. It would be
helpful to anticipate the conditions where patterning is likely to be
important. Our tests suggest that if the partner protein's sequence
is repetitive with low compositional diversity, the relevant inter-
actions can occur anywhere along the chain, reducing the need for
a particular patterning of interactions to maintain phase separa-
tion. For example, for the case with generic sequences where we
evolve the outer sequence and the inner protein is I = (FAFAA)10,
which is highly repetitive, the multiphasicity is unaffected by
shuffling or sorting the outer protein [Fig. S15a†]; however, if we
sort the inner sequence to give I = F20A30, thereby removing the
repetition while maintaining the overall composition, this results
in a substantial loss of multiphasicity [Fig. S16†]. By contrast, the
protein partner of the analogue where the inner sequence is
evolved is not especially repetitive [see protein Ii of Fig. 3b], but
patterning is nevertheless not especially important [Fig. S15b†].
Another obvious difference between the sequences investigated is
their length, and it may appear that with shorter proteins (such as
those investigated in Fig. S15a and b†), all relevant residues are
spatially sufficiently close that the same interactions dominate
irrespective of their precise position in the sequence. However, the
behaviour of systems where A1 LCD is partnered with a 50-residue
strand (cf. Fig. S2†) is almost identical to the case of 100-residue
strands shown in Fig. 5, S15c and d,† suggesting that the differ-
ence in length alone is not sufficient to rationalise the difference in
behaviour.

The phase behaviour of IDPs has been observed to be affected
by the patterning of not only aromatic residues, but also charged
ones.99,109–112 The role of charge patterning has been investigated
with simpler polymer models containing charged segments in the
context of demixing in both one-component111,113 and two-
component97–99 systems. In the latter, a large mismatch in charge
patterning between the two sequences has been found to favour
compositional demixing.97–99 We investigate the effect of charge
patterning mismatch on the degree of multiphasicity in the shuf-
ed systems with the system where shuffling amino-acid residues
resulted in the largest variation in phase behaviour, namely the
system where A1 LCD is concentrated at the centre. We show the
variation of the sequence charge decoration (SCD), an order
parameter quantifying charge patterning [see Section S10], in
Fig. S17;† however, we observe little correlation between the
mismatch in charge patterning and the tness. The reason for the
insensitivity to charge patterning in this case may simply be that
phase separation is not principally charge-driven in the systems we
have considered, compared to previous work where the polymers
considered were entirely made up of charged residues. We expect
that, if the proportion of charged residues in the relevant proteins
was larger, there may be a stronger correlation between demixing
(as quantied by the tness function) and the charge pattern
mismatch.
© 2023 The Author(s). Published by the Royal Society of Chemistry
Since it is difficult to know a priori when the patterning of
residues is likely to affect the phase behaviour of multilayered
condensates, the use of a genetic algorithm and the coevolution
approach as a predictive tool, where any relevant patterning is
optimised alongside the interaction strengths, is especially
attractive.

3 Discussion

We have developed a computational approach to design multi-
component multilayered condensates that contain a target
protein of interest. Our approach integrates a genetic algorithm,
anchored in an innovative tness function for automated evolu-
tion of multiphasicity, with our near-quantitative residue-
resolution coarse-grained protein model, Mpipi.84 We demon-
strate the utility of our approach in a biological context by applying
it to predict different protein partners capable of forming two-
component multiphase condensates when mixed with A1 LCD or
its variants. We show that our method can be adapted to produce
condensates that concentrate the protein of interest (e.g. A1 LCD)
either at the centre of the multilayered condensate or in the outer
layer, as desired.

In addition to enabling the design of multiphase condensates,
our approach helps uncover the biophysical mechanisms that
drive the formation of complex multilayered organisations. In all
cases, we nd that multiphasicity in multi-component protein
systems is favoured if the difference between homotypic interac-
tions among different components is large, and the strength of
heterotypic interactions is small but comparable with that of the
weaker homotypic interactions in themixture. In a two-component
system, proteins that establish stronger homotypic interactions are
concentrated at the core of the multiphase condensate, as satu-
rating their bonds enhances the overall enthalpic gain for
condensate formation. Similarly, the outer layer of the multiphase
condensate is formed by the proteins that establish weaker
homotypic interactions, as this reduces the overall interfacial free-
energy density of the two-component system. Although the specic
predicted partner sequences can differ across independent (co)
evolution runs and several sequences can have similar tness
values, these general trends in interaction energies remain
consistent in the cases we have tested, suggesting that the rules we
have identied may be universal in driving the formation of
multiphase condensates. The diversity of partner sequences ob-
tained may also suggest that a given protein can form multiphase
condensates with a wide range of different partners, rather than
exclusively with a unique complementary sequence: multiphasic
organisation thus appears to be a robust property of multi-
component condensates.

Since the genetic algorithm is coupled to a residue-resolution
coarse-grained model for proteins, the accuracy of our predic-
tions is contingent on that of the model. Reassuringly, we have
previously demonstrated that Mpipi reproduces the experimental
phase diagrams of A1 LCD and its variants with near-quantitative
accuracy, achieves excellent agreement with experiments probing
the phase behaviour of naturally occurring proteins (i.e. FUS, Ddx4,
LAF-1 and their variants) and of polyR/polyK/polyU mixtures, and
predicts the experimental radii of gyration of a large set of IDPs
Chem. Sci., 2023, 14, 1820–1836 | 1829
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with high accuracy.84 We are therefore hopeful that the predictions
of our approach will be robust against experimental validation,
which is an essential next step. An important factor to consider for
such validation is that the specic amino-acid sequences we
predict to from multiphase condensates are only applicable at the
xed temperature and salt concentration at which the simulations
are run; however, these could of course be changed to design
multilayered condensates that are stable under different condi-
tions. One possible limitation of using residue-resolution coarse-
grained models like Mpipi is that they are typically unable to
consider the emergence of secondary or tertiary structural transi-
tions from specic changes in amino-acid sequence. In this regard,
our evolutionary approach is exible enough to incorporate
knowledge-based constraints to bypass selected patterns of amino-
acid sequences known to favour, for instance, the folding of
protein regions into a-helices or b-sheets in specic contexts, or
limit the number of certain residues such as cysteine, which forms
disulphide bridges. Our approach can also easily be modied to
consider special requirements for each protein system by intro-
ducing further constraints in the algorithm: for instance to intro-
duce tailored replacement probabilities and outcomes for different
residues (e.g. to limitmutations to stickers, only allowmutations of
charged to charged residues, or enforce a given pattern of
aromatics) or protein regions (e.g. to avoid mutations at the N-
terminus or to favour the concentration of aromatics at the
centre) when proposing mutations.

While we have investigated multiphase condensates
comprising only of two protein components, our evolutionary
approach is transferable to multi-component systems with a larger
number of components, and can also easily be extended to study
the effect of RNA or post-translational modications. In turn, our
method expands the repertoire of tools available to gain molecular
insight into LLPS in complex biological cellular functions. Our
approach therefore presents new opportunities for designing
multilayered condensates, probing more closely the underlying
physicochemical factors that lead to their formation and, ulti-
mately, deciphering themissing links to their function inside cells.
4 Methods
4.1 Genetic algorithm and tness function

The basic framework of our genetic-algorithm approach is very
simple:

(1) Choose an initial system with a degree of multiphasicity,
such as one of the minimal systems we have outlined.

(2) Choose a target protein for which to design a partner.
(3) Decide whether the target protein should be on the inside

or the outside of the multiphase condensate.
(4) Run a genetic algorithm on one protein and systemati-

cally change the other protein to the target protein.
In our implementation of the genetic algorithm, we main-

tain a population of 20 sequences in each round, alongside
a partner protein sequence that is not being evolved. To
generate the initial population, we mutate the initial sequence
by replacing, with 0.05 probability, each residue with a new one
chosen from the 20 canonical amino acids with uniform
1830 | Chem. Sci., 2023, 14, 1820–1836
probability. Each individual sequence x is assessed with
a tness function,

f ðxÞ ¼ ��r*A; centreðxÞ � r*B; centreðxÞ
��

�s
�
r*A;vapourðxÞ þ r*B;vapourðxÞ

�
;

(1)

where r*AðxÞ and r*BðxÞ are the average dimensionless number
densities of the two different protein sequences A and B in the
two-component mixtures. r*A;centreðxÞ and r*A;vapourðxÞ denote
the number density of protein A in the core of the multilayered
condensate and in the dilute phase respectively, with analogous
expressions for protein B [Fig. 1a]. Details of how these regions
are determined are discussed in Section S1. The number
densities are non-dimensionalised by dividing them with an
appropriate unit, e.g. r* = r/nm−3, although the choice of unit
is immaterial, since only the relative ordering in tness is
important, not the absolute numerical value. Finally, as dis-
cussed in the main text, the parameter s determines the trade-
off between obtaining two stable liquid-like phases to give
a stable multilayered condensate and the difference in compo-
sitions between the two phases. The value of s can be tuned as
necessary depending on the specic system of interest; here, we
have used s = 0, 0.5, 1 and 5.

The tness function we have introduced is facile to compute
and works well even in relatively small systems, which is especially
useful in genetic-algorithm simulations where the tness must be
evaluated for many systems. Other order parameters have also
been shown to identify compositional demixing within the
condensed phase well, such as by quantifying the compositional
asymmetry by considering the fraction of the two sequences in the
two coexisting phases.98 However, in our simulations of relatively
small system sizes, the structure and arrangement of the coexisting
phases introduce extra complexity and it is difficult to determine
accurately the density of the two components, especially in the
outer layer of the condensate. Calculating the compositional
asymmetry in this way would therefore likely not be straightfor-
ward enough to be used routinely in the genetic algorithm.
Another approach uses intra- and inter-species pair correlation
functions with demixing characterised by the intra-species pair
correlation function dominating at small separations compared to
the inter-species one.99,100 We compute the pair correlation func-
tions for a range of our simulation outputs and show in Fig. S18†
that this approach is consistent with the simpler tness function
we outlined above.

Once the tness of each individual is determined, we use the
tournament selection algorithm52,114 to select the ttest parents to
cross over. We also apply a round of randommutations to explore
previously unsampled regions of sequence space. Finally, we use
a weak population replacement scheme to generate the population
of sequences for the next round of the genetic-algorithm run. Our
genetic-algorithm implementation is detailed in full in ref. 71.

The tness of each individual in the population is computed
when it is rst encountered, e.g. following amutation or crossover;
however, when a systematic change is made to the partner
sequence in coevolution runs, this too affects the phase behaviour
and the tness of all individuals in the population must therefore
be recalculated. In our coevolution runs, we do this at 5-round
intervals, at which we change∼10% of the residues of this partner
© 2023 The Author(s). Published by the Royal Society of Chemistry
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protein to the target protein sequence, with residues to be changed
chosen randomly from those that have not yet been changed with
uniform probability.
4.2 Simulation details

To simulate protein chains, we use the Mpipi residue-resolution
sequence-specic coarse-grained model,84 combining (i)
harmonic covalent bonds between residues, (ii) the Wang–
Frenkel potential115 to account for non-bonded interactions
between amino acids and (iii) Debye–Hückel electrostatic
interactions.116 The Mpipi potential was shown to model LLPS
of intrinsically disordered proteins well.84 For each amino-acid
pair ij, the Mpipi model denes a Wang–Frenkel well-depth
(3ij), a characteristic length scale (sij) and values for n and m

that determine the steepness of the potential well.
We use direct-coexistence simulations117,118 to model the

vapour phase alongside the condensed phases in the same
elongated tetragonal simulation box with explicit interfaces
between phases. We use LAMMPS119 to run molecular-dynamics
simulations with a typical time step of 10 fs and a coupling to
a Langevin thermostat with a relaxation time of 10 ps. To esti-
mate the densities of the dilute and condensed phases, we run
each simulation for 40 ns for equilibration and an additional 20
ns to compute the densities. Each simulation takes around an
hour on 76 CPU cores.

We use 96 chains of each protein for the evolution runs with
generic sequences with a box size of 11.4 nm × 11.4 nm ×

56.9 nm. For coevolution runs, we use 45 chains of the protein that
is changed to A1 LCD, and either 90 chains of 50 residues or 45
chains of 100 residues of the other protein, in a box of size 10.9 nm
× 10.9 nm × 54.7 nm. Although nite-size effects were examined
in ref. 84 with similar-sized systems, we simulate several systems
obtained in coevolution runs with A1 LCD concentrated in the
inner layer at larger system sizes to check that the density proles
are consistent. We do this separately for a system where the nal
evolved system is highly multiphasic and the two condensed
phases are essentially pure [Fig. S21†], and a system where there is
still a considerable degree of mixing of the two proteins in the
condensed phases [Fig. S22†]. The results from increasing system
sizes appear to suggest that the outer phase is not merely wetting
the surface of the inner phase but forms a layer that scales with the
system size and is likely to be a genuine immiscible phase.
Multiphasic biomolecular condensates reported in the experi-
mental literature are oen relatively small, and so may be stabi-
lised by interfacial considerations120 rather than by forming truly
immiscible bulk phases. If these phases are true thermodynamic
phases, although they may of course have a preferred ordering in
direct-coexistence simulations because of interfacial free-energy
considerations, each of the three phases in question should be
able to coexist independently with any one of the others under the
same thermodynamic conditions. We test whether this holds for
representative systems with different underlying multiphasic
behaviour and conrm that each of the condensed phases coexists
with the vapour-like phase under the same conditions as in the
multiphasic regime [Fig. S23†]. For the systems investigated, as
previously implied by nite-size scaling, these therefore appear to
© 2023 The Author(s). Published by the Royal Society of Chemistry
be genuine thermodynamic phases. Finally, we also perform
a sanity check by verifying that if we double the system size, the
ordering of tness values is the same [Fig. S24†].

To ensure that our predictions are robust, we have conrmed
that the nal predicted sequences obtained from genetic-
algorithm runs with the Mpipi potential exhibit similar multi-
phasic behaviour when simulated with another coarse-grained
potential, namely Model 2 of ref. 87.
4.3 Interfacial free-energy densities

We compute interfacial free-energy densities for the interface
between the vapour-like phase and the pure condensed phase
for the nal evolved maximum-tness sequences in coevolution
runs with A1 LCD for both cases, i.e. where the coevolved
protein is the inner or the outer protein. To do this, we use the
Kirkwood–Buff expression121 to relate the interfacial free-energy
density g to the normal and tangential components of the
pressure tensor, and the mean value theorem to simplify the
result122 for planar interfaces into g = (Lz/2)(Pnorm − Ptang),
where g is the interfacial free-energy density, Lz is the length of
the simulation box along which the interface occurs, Pnorm = Pzz
is normal to the interface and Ptang = Pxx = Pyy is the tangential
pressure, and the division by 2 accounts for the fact that there
are two interfaces in our simulation set-up.120 Although the
pressure tensor has many possible denitions, from virial to
mechanical expressions, the interfacial-free energy density is
independent of this arbitrary choice;123 we use the atomic virial
pressure tensor in our calculation, which gives the same results
as the molecular virial.124

We compute only the interfacial free-energy density for the
interface between the dense and dilute phases (i.e. a surface
tension using our coarse-grained model), since as long as a multi-
layered condensate forms, the interface between the two
condensed phases of different compositions is always present and
therefore does not affect the thermodynamics. We assume for
simplicity that the resulting phases are pure and, in this back-of-
the-envelope calculation, we do not consider the possible depen-
dence of g on the interface width or the curvature of the droplet.
We determine the interfacial free-energy density for each system at
several temperatures. The resulting data are well tted with
a linear function [Fig. S12a†]; since (vg/vT) = −Sint, the interfacial
entropy,106 this approach allows us to extract the interfacial energy
and interfacial entropy for each component, as discussed in the
main text. We test for nite-size effects in the interfacial free-
energy density as a function of both the surface area and the
bulk depth and see that the values are the same within error bars
across different system sizes [Fig. S12b†].
Data availability
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T. Strohäker, S. Becker and M. Zweckstetter, Interplay
between tau and a-synuclein liquid–liquid phase
separation, Protein Sci., 2021, 30, 1326–1336.

32 N. M. Kanaan, C. Hamel, T. Grabinski and B. Combs,
Liquid–liquid phase separation induces pathogenic tau
conformations in vitro, Nat. Commun., 2020, 11, 2809.

33 I. A. Klein, A. Boija, L. K. Afeyan, S. W. Hawken, M. Fan,
A. Dall'Agnese, O. Oksuz, J. E. Henninger, K. Shrinivas,
B. R. Sabari, I. Sagi, V. E. Clark, J. M. Platt, M. Kar,
P. M. McCall, A. V. Zamudio, J. C. Manteiga, E. L. Coffey,
© 2023 The Author(s). Published by the Royal Society of Chemistry
C. H. Li, N. M. Hannett, Y. E. Guo, T. M. Decker, T. I. Lee,
T. Zhang, J. K. Weng, D. J. Taatjes, A. Chakraborty,
P. A. Sharp, Y. T. Chang, A. A. Hyman, N. S. Gray and
R. A. Young, Partitioning of cancer therapeutics in
nuclear condensates, Science, 2020, 368, 1386–1392.

34 W. M. Babinchak, B. K. Dumm, S. Venus, S. Boyko,
A. A. Putnam, E. Jankowsky and W. K. Surewicz, Small
molecules as potent biphasic modulators of protein
liquid–liquid phase separation, Nat. Commun., 2020, 11,
5574.

35 S. Boeynaems, A. S. Holehouse, V. Weinhardt, D. Kovacs,
J. Van Lindt, C. Larabell, L. V. D. Bosch, R. Das,
P. S. Tompa, R. V. Pappu and A. D. Gitler, Spontaneous
driving forces give rise to protein–RNA condensates with
coexisting phases and complex material properties, Proc.
Natl. Acad. Sci. U. S. A., 2019, 116, 7889–7898.

36 R. S. Fisher and S. Elbaum-Garnkle, Tunable multiphase
dynamics of arginine and lysine liquid condensates, Nat.
Commun., 2020, 11, 4628.

37 T. Kaur, M. Raju, I. Alshareedah, R. B. Davis, D. A. Potoyan
and P. R. Banerjee, Sequence-encoded and composition-
dependent protein-RNA interactions control multiphasic
condensate morphologies, Nat. Commun., 2021, 12, 872.

38 M. Feric, N. Vaidya, T. S. Harmon, D. M. Mitrea, L. Zhu,
T. M. Richardson, R. W. Kriwacki, R. V. Pappu and
C. P. Brangwynne, Coexisting Liquid Phases Underlie
Nucleolar Subcompartments, Cell, 2016, 165, 1686–1697.

39 J. T. Wang, J. Smith, B. C. Chen, H. Schmidt, D. Rasoloson,
A. Paix, B. G. Lambrus, D. Calidas, E. Betzig and G. Seydoux,
Regulation of RNA granule dynamics by phosphorylation of
serine-rich, intrinsically disordered proteins in C. elegans,
eLife, 2014, 3, e04591.

40 A. Hubstenberger, S. L. Noble, C. Cameron and T. C. Evans,
Translation repressors, an RNA helicase, and
developmental cues control RNP phase transitions during
early development, Dev. Cell, 2013, 27, 161–173.

41 U. Sheth, J. Pitt, S. Dennis and J. R. Priess, Perinuclear P
granules are the principal sites of mRNA export in adult
C. elegans germ cells, Development, 2010, 137, 1305–1314.

42 A. S. Holehouse and R. V. Pappu, Functional Implications
of Intracellular Phase Transitions, Biochemistry, 2018, 57,
2415–2423.

43 I. A. Sawyer, D. Sturgill and M. Dundr, Membraneless
nuclear organelles and the search for phases within
phases, Wiley Interdiscip. Rev.: RNA, 2019, 10, e1514.

44 W. M. Jacobs and D. Frenkel, Predicting phase behavior in
multicomponent mixtures, J. Chem. Phys., 2013, 139,
024108.

45 W. M. Jacobs and D. Frenkel, Phase Transitions in
Biological Systems with Many Components, Biophys. J.,
2017, 112, 683–691.

46 D. C. Sundberg, A. P. Casassa, J. Pantazopoulos,
M. R. Muscato, B. Kronberg and J. Berg, Morphology
development of polymeric microparticles in aqueous
dispersions. I. Thermodynamic considerations, J. Appl.
Polym. Sci., 1990, 41, 1425–1442.
Chem. Sci., 2023, 14, 1820–1836 | 1833

http://creativecommons.org/licenses/by/3.0/
http://creativecommons.org/licenses/by/3.0/
https://doi.org/10.1039/d2sc05873a


Chemical Science Edge Article

O
pe

n 
A

cc
es

s 
A

rt
ic

le
. P

ub
lis

he
d 

on
 2

5 
 2

02
3.

 D
ow

nl
oa

de
d 

on
 0

4/
11

/2
5 

17
:5

5:
13

. 
 T

hi
s 

ar
tic

le
 is

 li
ce

ns
ed

 u
nd

er
 a

 C
re

at
iv

e 
C

om
m

on
s 

A
ttr

ib
ut

io
n 

3.
0 

U
np

or
te

d 
L

ic
en

ce
.

View Article Online
47 L. D. Zarzar, V. Sresht, E. M. Sletten, J. A. Kalow,
D. Blankschtein and T. M. Swager, Dynamically
recongurable complex emulsions via tunable interfacial
tensions, Nature, 2015, 518, 520–524.

48 G. A. Mountain and C. D. Keating, Formation of Multiphase
Complex Coacervates and Partitioning of Biomolecules
within them, Biomacromolecules, 2020, 21, 630–640.

49 T. Lu and E. Spruijt, Multiphase Complex Coacervate
Droplets, J. Am. Chem. Soc., 2020, 142, 2905–2914.

50 N. N. Deng, W. Wang, X. J. Ju, R. Xie, D. A. Weitz and
L. Y. Chu, Wetting-induced formation of controllable
monodisperse multiple emulsions in microuidics, Lab
Chip, 2013, 13, 4047–4052.

51 Y. Shin and C. P. Brangwynne, Liquid phase condensation
in cell physiology and disease, Science, 2017, 357, eaaf4382.

52 L. Chambers, Practical handbook of genetic algorithms:
applications, CRC Press Inc., 1995.

53 M. Mitchell, An Introduction to Genetic Algorithms, MIT
Press, 1998.

54 J. H. Holland, Adaptation in Natural and Articial Systems,
University of Michigan Press, 1975.

55 R. S. Judson and H. Rabitz, Teaching lasers to control
molecules, Phys. Rev. Lett., 1992, 68, 1500–1503.

56 A. Assion, T. Baumert, M. Bergt, T. Brixner, B. Kiefer,
V. Seyfried, M. Strehle and G. Gerber, Control of chemical
reactions by feedback-optimized phase-shaped
femtosecond laser pulses, Science, 1998, 282, 919–922.

57 D. M. Deaven and K. M. Ho, Molecular geometry
optimization with a genetic algorithm, Phys. Rev. Lett.,
1995, 75, 288–291.

58 S. M. Woodley, P. D. Battle, J. D. Gale and C. R. A. Catlow,
The prediction of inorganic crystal structures using
a genetic algorithm and energy minimisation, Phys. Chem.
Chem. Phys., 1999, 1, 2535–2542.

59 G. J. Pauschenwein and G. Kahl, Clusters, columns, and
lamellae—minimum energy congurations in core
soened potentials, So Matter, 2008, 4, 1396–1399.

60 J. Fornleitner and G. Kahl, Lane formation vs. cluster
formation in two-dimensional square-shoulder systems —

A genetic algorithm approach, Europhys. Lett., 2008, 82,
18001.

61 L. Filion and M. Dijkstra, Prediction of binary hard-sphere
crystal structures, Phys. Rev. E: Stat., Nonlinear, So Matter
Phys., 2009, 79, 046714.

62 I. G. Johnston, S. E. Ahnert, J. P. K. Doye and A. A. Louis,
Evolutionary dynamics in a simple model of self-
assembly, Phys. Rev. E: Stat., Nonlinear, So Matter Phys.,
2011, 83, 066105.

63 M. Z. Miskin and H. M. Jaeger, Adapting granular materials
through articial evolution, Nat. Mater., 2013, 12, 326–331.

64 J. C. Forster, J. Krausser, M. R. Vuyyuru, B. Baum and
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S. Wittmann, E. de Csilléry, A. Sridhar, Z. Toprakcioglu,
G. Gudǐskytė, M. A. Czekalska, W. E. Arter, J. Guillén-
Boixet, T. M. Franzmann, S. Qamar, P. S. George-Hyslop,
A. A. Hyman, R. Collepardo-Guevara, S. Alberti and
T. P. Knowles, Reentrant liquid condensate phase of
proteins is stabilized by hydrophobic and non-ionic
interactions, Nat. Commun., 2021, 12, 1085.
© 2023 The Author(s). Published by the Royal Society of Chemistry

http://creativecommons.org/licenses/by/3.0/
http://creativecommons.org/licenses/by/3.0/
https://doi.org/10.1039/d2sc05873a


Edge Article Chemical Science

O
pe

n 
A

cc
es

s 
A

rt
ic

le
. P

ub
lis

he
d 

on
 2

5 
 2

02
3.

 D
ow

nl
oa

de
d 

on
 0

4/
11

/2
5 

17
:5

5:
13

. 
 T

hi
s 

ar
tic

le
 is

 li
ce

ns
ed

 u
nd

er
 a

 C
re

at
iv

e 
C

om
m

on
s 

A
ttr

ib
ut

io
n 

3.
0 

U
np

or
te

d 
L

ic
en

ce
.

View Article Online
80 J. A. Joseph, J. R. Espinosa, I. Sanchez-Burgos, A. Garaizar,
D. Frenkel and R. Collepardo-Guevara, Thermodynamics
and kinetics of phase separation of protein–RNA mixtures
by a minimal model, Biophys. J., 2021, 120, 1219–1230.

81 G. L. Dignon, W. Zheng, Y. C. Kim, R. B. Best and J. Mittal,
Sequence determinants of protein phase behavior from
a coarse-grained model, PLoS Comput. Biol., 2018, 14,
e1005941.

82 R. M. Regy, G. L. Dignon, W. Zheng, Y. C. Kim and J. Mittal,
Sequence dependent phase separation of protein-
polynucleotide mixtures elucidated using molecular
simulations, Nucleic Acids Res., 2020, 48, 12593–12603.

83 S. Das, Y. H. Lin, R. M. Vernon, J. D. Forman-Kay and
H. S. Chan, Comparative roles of charge, p, and
hydrophobic interactions in sequence-dependent phase
separation of intrinsically disordered proteins, Proc. Natl.
Acad. Sci. U. S. A., 2020, 117, 28795–28805.

84 J. A. Joseph, A. Reinhardt, A. Aguirre, P. Y. Chew,
K. O. Russell, J. R. Espinosa, A. Garaizar and
R. Collepardo-Guevara, Physics-driven coarse-grained
model for biomolecular phase separation with near-
quantitative accuracy, Nat. Comput. Sci., 2021, 1, 732–743.

85 A. P. Latham and B. Zhang, Consistent Force Field Captures
Homologue-Resolved HP1 Phase Separation, J. Chem.
Theory Comput., 2021, 17, 3134–3144.

86 T. Dannenhoffer-Lafage and R. B. Best, A Data-Driven
Hydrophobicity Scale for Predicting Liquid–Liquid Phase
Separation of Proteins, J. Phys. Chem. B, 2021, 125, 4046–
4056.

87 G. Tesei, T. K. Schulze, R. Crehuet and K. Lindorff-Larsen,
Accurate model of liquid–liquid phase behavior of
intrinsically disordered proteins from optimization of
single-chain properties, Proc. Natl. Acad. Sci. U. S. A.,
2021, 118, e2111696118.

88 V. Nguemaha and H. X. Zhou, Liquid–liquid phase
separation of patchy particles illuminates diverse effects
of regulatory components on protein droplet formation,
Sci. Rep., 2018, 8, 6728.

89 J. R. Espinosa, J. A. Joseph, I. Sanchez-Burgos, A. Garaizar,
D. Frenkel and R. Collepardo-Guevara, Liquid network
connectivity regulates the stability and composition of
biomolecular condensates with many components, Proc.
Natl. Acad. Sci. U. S. A., 2020, 117, 13238–13247.

90 H. Liu, S. K. Kumar and F. Sciortino, Vapor-liquid
coexistence of patchy models: Relevance to protein phase
behavior, J. Chem. Phys., 2007, 127, 084902.

91 S. Li, K. Yu, Q. Zhang, Z. Liu, J. Liu, H.-Q. Ju, Z. Zuo, X. Li,
Z. Wang, H. Cheng and Z.-X. Liu, dSCOPE: a soware to
detect sequences critical for liquid–liquid phase
separation, bioRxiv, 2021, preprint.

92 G. van Mierlo, J. R. Jansen, J. Wang, I. Poser, S. J. van
Heeringen and M. Vermeulen, Predicting protein
condensate formation using machine learning, Cell Rep.,
2021, 34, 108705.

93 K. L. Saar, A. S. Morgunov, R. Qi, W. E. Arter, G. Krainer,
A. A. Lee and T. P. J. Knowles, Learning the molecular
grammar of protein condensates from sequence
© 2023 The Author(s). Published by the Royal Society of Chemistry
determinants and embeddings, Proc. Natl. Acad. Sci. U. S.
A., 2021, 118, e2019053118.

94 K. M. Ruff, T. S. Harmon and R. V. Pappu, CAMELOT: A
machine learning approach for coarse-grained
simulations of aggregation of block-copolymeric protein
sequences, J. Chem. Phys., 2015, 143, 243123.

95 S. Kosuri, C. H. Borca, H. Mugnier, M. Tamasi, R. A. Patel,
I. Perez, S. Kumar, Z. Finkel, R. Schloss, L. Cai,
M. L. Yarmush, M. A. Webb and A. J. Gormley, Machine-
assisted discovery of chondroitinase ABC complexes
toward sustained neural regeneration, Adv. Healthcare
Mater., 2022, 11, 2102101.

96 Y. Zhang, B. Xu, B. G. Weiner, Y. Meir and N. S. Wingreen,
Decoding the physical principles of two-component
biomolecular phase separation, eLife, 2021, 10, e62403.

97 Y.-H. Lin, J. D. Forman-Kay and H. S. Chan, Theories for
Sequence-Dependent Phase Behaviors of Biomolecular
Condensates, Biochemistry, 2018, 57, 2499–2508.

98 Y.-H. Lin, J. P. Brady, J. D. Forman-Kay and H. S. Chan,
Charge pattern matching as a ‘fuzzy’ mode of molecular
recognition for the functional phase separations of
intrinsically disordered proteins, New J. Phys., 2017, 19,
115003.

99 T. Pal, J. Wessén, S. Das and H. S. Chan,
Subcompartmentalization of polyampholyte species in
organelle-like condensates is promoted by charge-pattern
mismatch and strong excluded-volume interaction, Phys.
Rev. E, 2021, 103, 042406.

100 Y.-H. Lin, J. Wessén, T. Pal, S. Das and H. S. Chan,
Numerical Techniques for Applications of Analytical
Theories to Sequence-Dependent Phase Separations of
Intrinsically Disordered Proteins, in Methods in Molecular
Biology, ed. H.-X. Zhou, J.-H. Spille and P. R. Banerjee,
2023, vol. 2563, pp. 51–94.

101 I. Sanchez-Burgos, J. R. Espinosa, J. A. Joseph and
R. Collepardo-Guevara, Valency and binding affinity
variations can regulate the multilayered organization of
protein condensates with many components,
Biomolecules, 2021, 11, 278.

102 A. Bremer, M. Farag, W. M. Borcherds, I. Peran,
E. W. Martin, R. V. Pappu and T. Mittag, Deciphering
how naturally occurring sequence features impact the
phase behaviours of disordered prion-like domains, Nat.
Chem., 2021, 14, 196–207.

103 E. J. Williams, The effect of thermal agitation on atomic
arrangement in alloys-III, Proc. R. Soc. London, Ser. A,
1935, 152, 231–252.

104 G. Beaucage, R. S. Stein and R. Koningsveld, Tacticity
effects on polymer blend miscibility. 1. Flory–Huggins–
Staverman analysis, Macromolecules, 1993, 26, 1603–1608.

105 T. S. Harmon, A. S. Holehouse and R. V. Pappu, Differential
solvation of intrinsically disordered linkers drives the
formation of spatially organized droplets in ternary
systems of linear multivalent proteins, New J. Phys., 2018,
20, 045002.
Chem. Sci., 2023, 14, 1820–1836 | 1835

http://creativecommons.org/licenses/by/3.0/
http://creativecommons.org/licenses/by/3.0/
https://doi.org/10.1039/d2sc05873a


Chemical Science Edge Article

O
pe

n 
A

cc
es

s 
A

rt
ic

le
. P

ub
lis

he
d 

on
 2

5 
 2

02
3.

 D
ow

nl
oa

de
d 

on
 0

4/
11

/2
5 

17
:5

5:
13

. 
 T

hi
s 

ar
tic

le
 is

 li
ce

ns
ed

 u
nd

er
 a

 C
re

at
iv

e 
C

om
m

on
s 

A
ttr

ib
ut

io
n 

3.
0 

U
np

or
te

d 
L

ic
en

ce
.

View Article Online
106 A. Reinhardt and J. P. K. Doye, Note: Homogeneous TIP4P/
2005 ice nucleation at low supercooling, J. Chem. Phys.,
2013, 139, 096102.

107 E. W. Martin, A. S. Holehouse, I. Peran, M. Farag,
J. J. Incicco, A. Bremer, C. R. Grace, A. Soranno,
R. V. Pappu and T. Mittag, Valence and patterning of
aromatic residues determine the phase behavior of prion-
like domains, Science, 2020, 367, 694–699.

108 J. M. Choi, A. S. Holehouse and R. V. Pappu, Physical
Principles Underlying the Complex Biology of
Intracellular Phase Transitions, Annu. Rev. Biophys., 2020,
49, 107–133.

109 T. J. Nott, E. Petsalaki, P. Farber, D. Jervis, E. Fussner,
A. Plochowietz, T. D. Craggs, D. P. Bazett-Jones,
T. Pawson, J. D. Forman-Kay and A. J. Baldwin, Phase
Transition of a Disordered Nuage Protein Generates
Environmentally Responsive Membraneless Organelles,
Mol. Cell, 2015, 57, 936–947.

110 Y.-H. Lin, J. Song, J. D. Forman-Kay and H. S. Chan,
Random-phase-approximation theory for sequence-
dependent, biologically functional liquid–liquid phase
separation of intrinsically disordered proteins, J. Mol.
Liq., 2017, 228, 176–193.

111 R. K. Das and R. V. Pappu, Conformations of intrinsically
disordered proteins are inuenced by linear sequence
distributions of oppositely charged residues, Proc. Natl.
Acad. Sci. U. S. A., 2013, 110, 13392–13397.

112 R. K. Das, Y. Huang, A. H. Phillips, R. W. Kriwacki and
R. V. Pappu, Cryptic sequence features within the
disordered protein p27Kip1 regulate cell cycle signaling,
Proc. Natl. Acad. Sci. U. S. A., 2016, 113, 5616–5621.

113 S. Das, A. N. Amin, Y. H. Lin and H. S. Chan, Coarse-grained
residue-based models of disordered protein condensates:
Utility and limitations of simple charge pattern
1836 | Chem. Sci., 2023, 14, 1820–1836
parameters, Phys. Chem. Chem. Phys., 2018, 20, 28558–
28574.

114 B. L. Miller and D. E. Goldberg, Genetic Algorithms,
Tournament Selection, and the Effects of Noise, Complex
Syst., 1995, 9, 193–212.

115 X. Wang, S. Ramı́rez-Hinestrosa, J. Dobnikar and
D. Frenkel, The Lennard-Jones potential: when (not) to
use it, Phys. Chem. Chem. Phys., 2020, 22, 10624–10633.

116 P. Debye and E. Hückel, Zur Theorie der Elektrolyte. I.
Gefrierpunktserniedrigung und verwandte
Erscheinungen, Phys. Z., 1923, 24, 185–206.

117 A. Opitz, Molecular dynamics investigation of a free surface
of liquid argon, Phys. Lett. A, 1974, 47, 439–440.

118 A. J. Ladd and L. V. Woodcock, Triple-point coexistence
properties of the Lennard-Jones system, Chem. Phys. Lett.,
1977, 51, 155–159.

119 S. Plimpton, Fast parallel algorithms for short-range
molecular dynamics, J. Comput. Phys., 1995, 117, 1–19.

120 I. Sanchez-Burgos, J. A. Joseph, R. Collepardo-Guevara and
J. R. Espinosa, Size conservation emerges spontaneously in
biomolecular condensates formed by scaffolds and
surfactant clients, Sci. Rep., 2021, 11, 15241.

121 J. G. Kirkwood and F. P. Buff, The statistical mechanical
theory of surface tension, J. Chem. Phys., 1949, 17, 338–343.

122 E. de Miguel and G. Jackson, The nature of the calculation
of the pressure in molecular simulations of continuous
models from volume perturbations, J. Chem. Phys., 2006,
125, 164109.

123 P. Schoeld and J. R. Henderson, Statistical mechanics of
inhomogeneous uids, Proc. R. Soc. London, Ser. A, 1982,
379, 231–246.

124 J. G. Harris, Liquid–vapor interfaces of alkane oligomers:
structure and thermodynamics from molecular dynamics
simulations of chemically realistic models, J. Phys. Chem.,
1992, 96, 5077–5086.
© 2023 The Author(s). Published by the Royal Society of Chemistry

http://creativecommons.org/licenses/by/3.0/
http://creativecommons.org/licenses/by/3.0/
https://doi.org/10.1039/d2sc05873a

	Thermodynamic origins of two-component multiphase condensates of proteinsElectronic supplementary information (ESI) available: Additional figures...
	Thermodynamic origins of two-component multiphase condensates of proteinsElectronic supplementary information (ESI) available: Additional figures...
	Thermodynamic origins of two-component multiphase condensates of proteinsElectronic supplementary information (ESI) available: Additional figures...
	Thermodynamic origins of two-component multiphase condensates of proteinsElectronic supplementary information (ESI) available: Additional figures...
	Thermodynamic origins of two-component multiphase condensates of proteinsElectronic supplementary information (ESI) available: Additional figures...
	Thermodynamic origins of two-component multiphase condensates of proteinsElectronic supplementary information (ESI) available: Additional figures...
	Thermodynamic origins of two-component multiphase condensates of proteinsElectronic supplementary information (ESI) available: Additional figures...
	Thermodynamic origins of two-component multiphase condensates of proteinsElectronic supplementary information (ESI) available: Additional figures...

	Thermodynamic origins of two-component multiphase condensates of proteinsElectronic supplementary information (ESI) available: Additional figures...
	Thermodynamic origins of two-component multiphase condensates of proteinsElectronic supplementary information (ESI) available: Additional figures...
	Thermodynamic origins of two-component multiphase condensates of proteinsElectronic supplementary information (ESI) available: Additional figures...
	Thermodynamic origins of two-component multiphase condensates of proteinsElectronic supplementary information (ESI) available: Additional figures...
	Thermodynamic origins of two-component multiphase condensates of proteinsElectronic supplementary information (ESI) available: Additional figures...

	Thermodynamic origins of two-component multiphase condensates of proteinsElectronic supplementary information (ESI) available: Additional figures...
	Thermodynamic origins of two-component multiphase condensates of proteinsElectronic supplementary information (ESI) available: Additional figures...
	Thermodynamic origins of two-component multiphase condensates of proteinsElectronic supplementary information (ESI) available: Additional figures...
	Thermodynamic origins of two-component multiphase condensates of proteinsElectronic supplementary information (ESI) available: Additional figures...
	Thermodynamic origins of two-component multiphase condensates of proteinsElectronic supplementary information (ESI) available: Additional figures...


