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Abstract: Coacervates have been widely studied as model
compartments in protocell research. Complex coacervates
composed of disordered proteins and RNA have also been
shown to play an important role in cellular processes. Herein,
we report on a microfluidic strategy for constructing monodisperse coacervate droplets encapsulated within uniform
unilamellar liposomes. These structures represent a bottomup approach to hierarchically structured protocells, as demonstrated by storage and release of DNA from the encapsulated
coacervates as well as localized transcription.

Complex coacervation is the associative phase separation of

oppositely charged polyelectrolytes.[1] This form of liquid–
liquid phase separation is a powerful means of compartmentalization and has been explored extensively as a protocell
model for the construction of artificial cells or organelles.[2]
Protocells based on simple and complex coacervates have
been shown to display interesting properties, including
enhanced enzyme catalysis,[3] selective partitioning of biomolecules,[4] and model crowded environments.[3e, 5] Importantly, coacervates can also be found in living cells, for
example P granules,[6] stress granules,[7] and Cajal bodies.[8]
Increasing evidence suggests that these compartments originate via liquid–liquid phase separation (LLPS) of (intrinsically disordered) proteins and RNA[9] and play an important
role in cell structure and functions involving RNA metabolism.[9] The prevalence and importance of coacervates in
biology, in combination with their relevance as artificial
compartments, inspired us to explore the formation of welldefined functional coacervates encapsulated within membranous structures.
Recently, microfluidic approaches to multicompartment[10] and core–shell vesicle structures[11] have been
reported as advanced artificial cell models.[10a, 11a] Herein, we
demonstrate the embedding of coacervate droplets into
liposomes. These internal organelle-like compartments
allow for a high level of control over the spatial organization
of biochemical processes. Similar liposomes containing a syn[*] Dr. N.-N. Deng, Prof. W. T. S. Huck
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thetic polymer-based aqueous two phase system (ATPS), that
is, polyethylene glycol and dextran (PEG-DEX),[12] have
already been reported through a bulk hydration of dried lipid
membranes and shown diverse cell-like properties, such as
microcompartmentalization,[12a,b] protein relocalization in
response to stimuli,[12c] and asymmetric vesicle division.[12d]
However, more bio-relevant coacervate systems have not
been achieved in phospholipid vesicles until now, probably
because complex coacervates are highly charged, which
interferes with conventional liposome preparation methods.[13] Additionally, typical liposome formation methods
lead to polydisperse structures, give low yields, and show
inefficient encapsulation. Furthermore, ATPS phase transitions often require undesired heating and cooling steps (the
temperature applied is as high as 50 8C)[12a] or osmotic
shocks,[14] which are incompatible with biological processes
and cause instability of liposomes.
In this paper, we report a robust and straightforward
microfluidic strategy for encapsulating the coacervate systems
into liposomes to create artificial non-membrane-bound subcompartments. This method shows exceptional robustness,
flexibility and controllability, and results in monodisperse
structures. To show the potential as artificial organelles/
nucleoids, we performed the thermal-responsive reversible
coacervation of macro-ions in liposomes to collect and release
DNA molecules, and the spatial organization of in vitro
transcription (IVTx). This work represents a bottom-up
approach to building model artificial/protocells with highorder internal architectures.
Prior to microfluidic encapsulation, we tested the complex
coacervation of a range of polycations, such as poly-l-lysine
(pLys) and poly-l-arginine (pArg), and polyanions, such as
RNA and ATP, in bulk, (Figure S1, see the Supporting
Information for full experimental details). As expected, all of
these systems can form complex coacervates but result in
polydisperse structures (Supporting Information, Figure S2).
To show they are indeed coacervates rather than precipitates,
we centrifuged the sample and obtained two clear phases
(Supporting Information, Figure S3). The bottom phase
consists of the fused coacervate droplets, as they have
a higher density. Coacervate droplets move and fuse with
each other under an interfacial tension gradient created by
water evaporation, which is a clear sign that they are liquidlike (Supporting Information, Figure S4). To investigate
diffusion inside the coacervates, we used fluorescence recovery after photobleaching (FRAP). Upon photobleaching of
a section of coacervate droplets, the fluorescence recovered
rapidly (Supporting Information, Figure S5), demonstrating
that coacervate droplets are liquid.
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To prepare monodisperse coacervate droplets in monodisperse liposomes, we employed a microcapillary based
microfluidic device[15] with core–shell inlets to load polycations and polyanions (W1 and W1’) into double emulsion
droplets. As Figure 1 a shows, when two oppositely charged
polyelectrolytes were simultaneously injected into the device,
a large number of (sub)micron coacervate droplets formed
(Figure 1 a, b1), which subsequently became encapsulated
into W/O/W double emulsion droplets (Figure 1 b1,
Movie S1). The coacervate system that we first tested was
pLys (W1, 10 mm) and ATP (W1’, 10 mm). In a typical
experiment, we used a mixture of chloroform and hexane
(30:70, v/v) containing 5.0 mg mL@1 l-a- phosphatidylcholine
(egg PC) as the middle oil phase (O) and an aqueous solution
of 10.0 wt% PVA and 0.3 wt% F-68 as the outer water phase
(W2, see the Supporting Information for full details).[10a] As
the solvents evaporated, the as-prepared double emulsion
templates underwent a dewetting transition, generating uniform unilamellar liposomes (Figure 1 b2 and Supporting
Information, Figure S6).[10a] Meanwhile, the encapsulated
coacervate droplets coalesced into a single large droplet
within approximately 15 min (Figure 1 c, Movie S2).
Interestingly, we found that all the coacervates are located
precisely in the middle of the liposomes (Figure 1 d3 and the
Supporting Information, Figure S6). This can be explained by

Figure 1. Encapsulation of coacervates into liposomes. a) Illustration
and b) images of the microfluidic preparation of W/O/W double
emulsions with coacervates as well as relevant dewetting transition
and fusion process to form a liposome with a coacervate droplet. Inset
in (b) shows the mixing of W1 and W1’ in microchannels. c,d) Confocal images of the fusion of small coacervates into a big coacervate in
liposome (c) and as-prepared uniform liposomes containing monodisperse coacervate droplets (d, panel d1 shows liposomes and residual
oil droplets with excess lipids; panel d2 shows the labelled coacervates; panel d3 is the overlay of d1 and d2). Polycation = poly-l-lysine,
polyanion = ATP.
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considering that the density of the coacervates is higher than
that of surrounding solution (Figure S3), so the coacervate
droplets sink down to the bottom of spherical liposomes
(Supporting Information, Figure S7). Observed from the top,
all the coacervates are in the middle of liposomes, while
observed from the side, they locate at the bottom of liposomes
(Supporting Information, Figure S8).
Our method is flexible and highly controlled and produces
monodisperse structures in high throughput (as high as
103 s@1) and high yields (more than 90 % of double emulsion
droplets form liposomes).[10a] As Figure 1 d shows, both liposomes and inner coacervate droplets show high monodispersity; their mean diameters are, respectively, 78 mm and
10 mm and the coefficients of variation are 4 % and 11 %,
respectively (Supporting Information, Figure S9). To show
the flexibility and controllability of our method, we successfully achieved a number of coacervate systems in liposomes
(Supporting Information, Table S1), including polyuridylic
acid (polyU)/spermine, ATP/pLys, and coenzyme A (CoA)/
pArg (see the Supporting Information for full details), as well
as a synthetic ATPS, PEG-DEX (Supporting Information,
Figure S10). We note that in some systems W1/W1’ jetting can
be directly sheared into single water-in-water droplets and
encapsulated into double emulsion droplets (Figure S10).
Moreover, the sizes of inner coacervate droplets and outer
liposomes can be easily tuned by changing the applied flow
rates (Supporting Information, Figure S11) and the concentrations of polyelectrolytes (Supporting Information, Figure S12). By changing the surfactant concentration in the
outer phase, the dewetting time can be adjusted as well
(Supporting Information, Figure S13). Importantly, this
method does not require heating and cooling steps or osmotic
shocks, making it compatible with biological research.
Non-membrane-bound organelles have been recognized
as an effective compartmentalization strategy for the cell as
they facilitate localized high concentrations of specific
proteins and substrates. Furthermore, these structures are
inherently dynamic and can form/disappear in response to
changes in the cellular environment. To demonstrate that we
can mimic these phase transitions, we conducted the dynamic
dissolution and re-assembly of coacervates in liposomes
(Figure 2 a). As reported previously, complex coacervation
can be well tuned through charge ratios,[16] pH,[2c] temperature,[17] and light.[18] Herein, we show the dynamics by using
complex coacervates composed of low-complexity RNAs and
short polyamines, which show reversible coacervation in
response to temperature changes (higher or lower than the
lower critical solution temperature (LCST)).[17] We encapsulated polyU and spermine coacervates (LCST & 20 8C)[17] into
liposomes and observed them as the temperature changes
(Figure 2 a). As Figure 2 b,c shows, when the temperature was
lower than the LCST, the coacervates gradually dissolved. But
when the temperature was increased above the LCST,
a myriad of small coacervates emerged again and finally
fused into a large coacervate over time (Supporting Information, Figure S14 and S15, and Movie S3). The striking temperature-dependent behavior is fully reversible, could be
repeated over five rounds, and provides an elegant starting
point for studying dynamic biological compartmentalization.
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Figure 2. Thermal dynamics of the membraneless organelle-like compartment in liposomes. a) Illustration and b) confocal images of dissolution
and coacervation of the coacervate droplets inside liposomes over time as temperature changes. c) Magnified views of a single liposome with
dynamic artificial organelles and d) the relevant 3D fluorescence intensity profiles. Polycation = spermine, polyanion = polyU RNA.

Next, we encapsulated labelled double-stranded DNA
molecules into liposomes together with polyU/spermine
complex coacervates (Figure 3 a). As Figure 3 b1 shows,
DNA molecules partition efficiently into the artificial organelles because of electrostatic interactions and a low dielectric
constant.[2c, 4, 16b] DNA most likely competes with polyU for
interactions with spermine in the coacervates, probably
displacing some of the polyU during partitioning. However,
the DNA is at very low concentration (5 nm) and this
partitioning does not have any consequences for coacervate
formation or stability. It should be noted that DNA alone
cannot form coacervates at these low concentrations. The
DNA localization follows the dynamics of coacervation and
dissolution—showing a storage and release function in the
liposomes (Figure 3 b–c).
The compartmentalization of biomolecules allows us to
build spatially functional artificial/protocells. To prove this
concept, we achieved in vitro transcription (IVTx) inside the
non-membrane-bound sub-compartments. As Figure 4 a,b
shows, the complex coacervates composed of spermidine
and polyU together with IVTx components (see the Supporting Information, IVTx in artificial nucleoids, for details) were
encapsulated into liposomes to prepare artificial cells with
a nucleoid-like structure. To visualize the RNA generation,
we coded the DNA templates with a sequence for Spinach2
aptamer that can bind 5-difluoro-4-hydroxybenzylidene imi-
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dazolinone (DFHBI) to form a fluorescent complex of
Spinach2–DFHBI (Figure 4 a, last image);[19] both DFHBI
and Spinach2 are non-fluorescent until binding occurs. The
sequence of confocal images in Figure 4 c–e shows high
fluorescence in the coacervates due to RNA synthesis, while
a lower signal was observed in the surrounding water shells.
To confirm that the IVTx does not occur outside the
coacervate droplets, we removed coacervates from mixtures
of coacervates and IVTx mix by centrifugation, and then
recorded the reaction in supernatants using a plate reader.
The results show that no increase of fluorescence was
observed (Supporting Information, Figure S16). As the
DNA partitions into the coacervates and there is no clear
fluorescence increase outside the coacervates, it is clear that
transcription exclusively occurs in the coacervates.
In summary, we have presented a microfluidic strategy for
fabricating monodisperse coacervate compartments in monodisperse liposomes. The control of complex enzyme-catalyzed
reactions in cytomimetic compartments represents a key step
towards artificial cells. The cytomimetic structures allow us to
mimic diverse intracellular activities, such as thermally
responsive reversible compartmentalization, controlled storage and release of genetic molecules, and spatial organization
of bioreactions. Importantly, this work represents a bottomup approach to building artificial/protocells with high-order
compartmentalization, which we hope will facilitate research
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Figure 3. Release and storage of labelled DNA molecules in artificial
organelles. a) Illustration and b) confocal images show thermally
triggered release and storage of labelled DNA molecules in the
coacervates within liposomes. c) Kinetics of localized fluorescence of
labelled DNA in liposomes and coacervate droplets when temperature
was switched under or above coacervate LCST. Polycation = spermine,
polyanion = polyU RNA.

Figure 4. Spatial organization of bio-reaction in artificial organelles.
a) Illustrations of IVTx in coacervate droplet in liposome and the
working principle of detection of generated RNA using aptamer
Spinach2 and dye DFHBI. b) Optical image of as-formed liposomes
containing coacervate droplet (Polycation = spermidine, polyanion =
polyU RNA) and IVTx mix. c–e) Confocal images show RNA generation
in coacervates over time.

on cell-mimicking and artificial living systems, and provide
novel insights into the mechanisms of how protocells spatiotemporally control chemical reactions.

Acknowledgements
We thank Lifei Zheng (Radboud University, RU) for
preparing labelled DNA, Albert Wong (RU) for providing
labelled oligolysine, Mahesh Vibhute (RU) for the help with
Angew. Chem. Int. Ed. 2017, 56, 9736 –9740

[1] a) J. van der Gucht, E. Spruijt, M. Lemmers, M. A. Cohen
Stuart, J. Colloid Interface Sci. 2011, 361, 407 – 422; b) D. Priftis,
M. Tirrell, Soft Matter 2012, 8, 9396 – 9405; c) E. Kizilay, A. B.
Kayitmazer, P. L. Dubin, Adv. Colloid Interface Sci. 2011, 167,
24 – 37; d) E. Spruijt, A. H. Westphal, J. W. Borst, M. A.
Cohen Stuart, J. van der Gucht, Macromolecules 2010, 43,
6476 – 6484.
[2] a) A. I. Oparin, The origin of life on the Earth, Oliver and Boyd,
London, 1957; b) A. Oparin, Origins Life Evol. Biospheres 1974,
5, 223 – 226; c) S. Koga, D. S. Williams, A. W. Perriman, S. Mann,
Nat. Chem. 2011, 3, 720 – 724; d) T. Y. Dora Tang, C. Rohaida
Che Hak, A. J. Thompson, M. K. Kuimova, D. S. Williams, A. W.
Perriman, S. Mann, Nat. Chem. 2014, 6, 527 – 533; e) M. Li, X.
Huang, T. D. Tang, S. Mann, Curr. Opin. Chem. Biol. 2014, 22, 1 –
11; f) D. van Swaay, T. Y. D. Tang, S. Mann, A. deMello, Angew.
Chem. Int. Ed. 2015, 54, 8398 – 8401; Angew. Chem. 2015, 127,
8518 – 8521.
[3] a) A. Oparin, T. Yevreinova, T. Larionova, I. Davydova, Dokl.
Akad. Nauk SSSR 1962, 143, 980; b) K. Serebrovskaia, V.
Evstigneev, V. Gavrilova, A. Oparin, Biofizika 1962, 7, 34; c) J.
Crosby, T. Treadwell, M. Hammerton, K. Vasilakis, M. P. Crump,
D. S. Williams, S. Mann, Chem. Commun. 2012, 48, 11832 –
11834; d) C. A. Strulson, R. C. Molden, C. D. Keating, P. C.
Bevilacqua, Nat. Chem. 2012, 4, 941 – 946; e) E. Sokolova, E.
Spruijt, M. M. K. Hansen, E. Dubuc, J. Groen, V. Chokkalingam,
A. Piruska, H. A. Heus, W. T. S. Huck, Proc. Natl. Acad. Sci.
USA 2013, 110, 11692 – 11697.
[4] T. J. Nott, T. D. Craggs, A. J. Baldwin, Nat. Chem. 2016, 8, 569 –
575.
[5] T. Y. D. Tang, M. Antognozzi, J. A. Vicary, A. W. Perriman, S.
Mann, Soft Matter 2013, 9, 7647 – 7656.
[6] C. P. Brangwynne, C. R. Eckmann, D. S. Courson, A. Rybarska,
C. Hoege, J. Gharakhani, F. Jglicher, A. A. Hyman, Science
2009, 324, 1729 – 1732.
[7] S. Jain, J. R. Wheeler, R. W. Walters, A. Agrawal, A. Barsic, R.
Parker, Cell 2016, 164, 487 – 498.
[8] A. Zimber, Q. D. Nguyen, C. Gespach, Cell. Signalling 2004, 16,
1085 – 1104.
[9] a) T. W. Han, M. Kato, S. Xie, L. C. Wu, H. Mirzaei, J. Pei, M.
Chen, Y. Xie, J. Allen, G. Xiao, S. L. McKnight, Cell 2012, 149,
768 – 779; b) M. Feric, N. Vaidya, T. S. Harmon, D. M. Mitrea, L.
Zhu, T. M. Richardson, R. W. Kriwacki, R. V. Pappu, C. P.
Brangwynne, Cell 2016, 165, 1686 – 1697; c) S. A. Fromm, J.
Kamenz, E. R. Nçldeke, A. Neu, G. Zocher, R. Sprangers,
Angew. Chem. Int. Ed. 2014, 53, 7354 – 7359; Angew. Chem.
2014, 126, 7482 – 7487.

T 2017 The Authors. Published by Wiley-VCH Verlag GmbH & Co. KGaA, Weinheim

www.angewandte.org

9739

Angewandte

Communications
[10] a) N.-N. Deng, M. Yelleswarapu, W. T. S. Huck, J. Am. Chem.
Soc. 2016, 138, 7584 – 7591; b) H. C. Shum, Y.-j. Zhao, S.-H. Kim,
D. A. Weitz, Angew. Chem. Int. Ed. 2011, 50, 1648 – 1651; Angew.
Chem. 2011, 123, 1686 – 1689.
[11] a) N.-N. Deng, M. Yelleswarapu, L. Zheng, W. T. S. Huck, J. Am.
Chem. Soc. 2017, 139, 587 – 590; b) S.-H. Kim, H. C. Shum, J. W.
Kim, J.-C. Cho, D. A. Weitz, J. Am. Chem. Soc. 2011, 133, 15165 –
15171.
[12] a) M. R. Helfrich, L. K. Mangeney-Slavin, M. S. Long, K. Y.
Djoko, C. D. Keating, J. Am. Chem. Soc. 2002, 124, 13374 –
13375; b) M. S. Long, C. D. Jones, M. R. Helfrich, L. K. Mangeney-Slavin, C. D. Keating, Proc. Natl. Acad. Sci. USA 2005,
102, 5920 – 5925; c) L. M. Dominak, E. L. Gundermann, C. D.
Keating, Langmuir 2010, 26, 5697 – 5705; d) M. S. Long, A.-S.
Cans, C. D. Keating, J. Am. Chem. Soc. 2008, 130, 756 – 762.
[13] T. Z. Jia, C. Hentrich, J. W. Szostak, Origins Life Evol. Biospheres 2014, 44, 1 – 12.
[14] Y. Li, R. Lipowsky, R. Dimova, J. Am. Chem. Soc. 2008, 130,
12252 – 12253.

9740

www.angewandte.org

Chemie

[15] a) A. S. Utada, E. Lorenceau, D. R. Link, P. D. Kaplan, H. A.
Stone, D. A. Weitz, Science 2005, 308, 537 – 541; b) L. R.
Arriaga, S. S. Datta, S.-H. Kim, E. Amstad, T. E. Kodger, F.
Monroy, D. A. Weitz, Small 2014, 10, 950 – 956.
[16] a) S. N. Semenov, A. S. Y. Wong, R. M. van der Made, S. G. J.
Postma, J. Groen, H. W. H. van Roekel, T. F. A. de Greef,
W. T. S. Huck, Nat. Chem. 2015, 7, 160 – 165; b) W. M. Aumiller, Jr., C. D. Keating, Nat. Chem. 2016, 8, 129 – 137.
[17] W. M. Aumiller, F. Pir Cakmak, B. W. Davis, C. D. Keating,
Langmuir 2016, 32, 10042 – 10053.
[18] Y. Shin, J. Berry, N. Pannucci, M. P. Haataja, J. E. Toettcher, C. P.
Brangwynne, Cell 2017, 168, 159 – 171.
[19] R. L. Strack, M. D. Disney, S. R. Jaffrey, Nat. Methods 2013, 10,
1219 – 1224.
Manuscript received: March 27, 2017
Revised manuscript received: June 15, 2017
Accepted manuscript online: June 28, 2017
Version of record online: July 18, 2017

T 2017 The Authors. Published by Wiley-VCH Verlag GmbH & Co. KGaA, Weinheim

Angew. Chem. Int. Ed. 2017, 56, 9736 –9740

