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nt nanodiscs via the thermal
folding of amphiphilic graft copolymers with the
adjusted flexibility of the main chain†

Tomoki Nishimura, *a Yusuke Hatatani,b Mitsuru Ando,c Yoshihiro Sasaki b

and Kazunari Akiyoshi*b

Nanodiscs have attracted considerable attention as structural scaffolds for membrane-protein research and

as biomaterials in e.g. drug-delivery systems. However, conventional disc-fabrication methods are usually

laborious, and disc fabrication via the self-assembly of amphiphiles is difficult. Herein, we report the

formation of polymer nanodiscs based on the self-assembly of amphiphilic graft copolymers by adjusting

the persistence length of the main chain. Amphiphilic graft copolymers with a series of different main-

chain persistence lengths were prepared and these formed, depending on the persistence length, either

rods, discs, or vesicles. Notably, polymer nanodiscs were formed upon heating a chilled polymer solution

without the need for any additives, and the thus obtained nanodiscs were used to solubilize a membrane

protein during cell-free protein synthesis. Given the simplicity of this disc-fabrication method and the

ability of these discs to solubilize membrane proteins, this study considerably expands the fundamental

and practical scope of graft-copolymer nanodiscs and demonstrates their utility as tools for studying the

structure and function of membrane proteins.
Introduction

The self-assembly of amphiphiles represents a promising
strategy to fabricate molecular assemblies with various
morphologies, such as spherical and worm-like micelles, rods,
lamellae, and vesicles.1–15 Among such assemblies, disc struc-
tures have a unique morphology that is characterized by a at
bilayer structure with a nite size. This structure allows discs to
incorporate membrane proteins into their bilayer, and they are
widely used as biomimetic membrane models to study the
structure and function of membrane proteins.16–21 Recent
advances in the application of discs have demonstrated the
potential of nanodiscs as templates for the fabrication of inor-
ganic nanoparticles,22–25 antigen-delivery carriers, i.e.,
vaccines,26–31 and bio-imaging materials.32–34

Despite their important applications, the fabrication of
nanodiscs via the self-assembly of amphiphiles remains
extremely difficult. The major obstacle in nanodisc fabrication
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is that by denition, at bilayer regions and highly curved edges
must coexist in a single nanostructure,35 which makes nano-
discs a rare class of nanostructures. To achieve nanodisc
structures, mixed systems of two or more phospholipids or
surfactants have long been used.36–40 Lipid nanodiscs formed by
mixtures of membrane-scaffold proteins and phospholipids41–44

or by mixtures of amphiphilic copolymers and phospho-
lipids45–49 have been developed. Although these methods
represent promising approaches toward the fabrication of
nanodiscs, and even though the resulting nanodiscs have been
used to study membrane proteins, these approaches suffer from
difficulties associated with size control, multi-step fabrication
procedures, or poor nanodisc stability. Block-copolymer self-
assembly is an alternative approach to afford nanodiscs.50–58

Although this method is relatively simple compared to the
aforementioned strategies, its drawbacks include the need for
additives, difficulties associated with incorporating membrane
proteins in the crystalline domains, and strong absorbance in
the UV region of the hydrophobic segments. In summary,
simple methods to produce practical nanodiscs to study
membrane proteins remain virtually unknown.

Research into the fabrication of nanodiscs has so far only
focused on the self-assembly of phospholipids, surfactants, and
amphiphilic block copolymers, whereas the formation of
nanodiscs based on the self-assembly of amphiphilic gra
copolymers remains entirely unexplored. Amphiphilic gra
copolymers, which consist of a continuous chain of amphiphilic
units, form unique and well-dened molecular assemblies.59–66
Chem. Sci., 2022, 13, 5243–5251 | 5243
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Given that gra-copolymer self-assembly is achieved by folding
of their main chains, we refer to amphiphilic gra polymers
that fold into well-dened structures as macromolecular fol-
damers.65 A unique feature of the self-assembly of macromo-
lecular foldamers is that the persistence length of the polymer
main chain is one factor that controls the morphology of the
resulting gra-copolymer assemblies.67 Therefore, we envisaged
that if we could control the persistence length of the main chain
of the amphiphilic gra polymers appropriately and then use
the exibility of the main chains to alter their packing in
molecular assemblies, gra copolymer assemblies with at
bilayer areas and highly curved edges could be obtained without
any additives.

Herein, we report that amphiphilic gra copolymers with
a suitably adjusted persistence length of the main chain self-
assemble into single-component nanodiscs in aqueous solu-
tion. The gra copolymers contain succinic-acid-functionalized
poly(vinyl alcohol) (PVA) as the hydrophilic main chain and
poly(propylene oxide)(PPO) as the hydrophobic and thermor-
esponsive gra chain (Fig. 1a). Amphiphilic gra copolymers
with a series of different main-chain persistence lengths were
prepared by adjusting the degree of succinic-acid substitution,
and subsequently self-assembled into either vesicles, discs, or
rods depending on the persistence length, which demonstrates
that this method is a promising design strategy for various gra-
copolymer assemblies (Fig. 1b). Notably, the nanodiscs can be
prepared by simply heating the polymer solutions without any
additives (Fig. 1c). We also demonstrate that the gra-
copolymer nanodiscs act as solubilizing scaffolds for
Fig. 1 (a) Chemical structure of succinic-acid-functionalized poly(-
vinyl alcohol)(PVA)-g-poly(propylene oxide)(PPO). (b) Schematic
illustration of the self-assembly of the graft copolymers into different
nanostructures (vesicles, discs, rods, or short rods) depending on the
persistence length of the main chain. (c) Schematic illustration of the
thermal folding of the graft copolymer into nanodiscs. (d) Schematic
illustration of the cell-free membrane-protein synthesis in the pres-
ence of the graft-copolymer nanodiscs.
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membrane proteins during a cell-free membrane-protein
synthesis (Fig. 1d).
Results and discussion
Synthesis and characterization of succinic-acid-functionalized
poly(vinyl alcohol) and the gra copolymers

We chose poly(vinyl alcohol) (PVA) as the hydrophilic main
chain because it is a highly exible polymer with hydroxyl
groups that can be chemically modied with ease.68 The average
molecular weight and the racemo content of the used PVA were
�9 � 104 g mol�1 and 56%, respectively (Fig. S1†). To obtain
hydrophilic PVA derivatives with a series of persistence lengths,
we attempted to control the persistence length by adjusting the
degree of succinic-acid substitution; the synthetic route is out-
lined in Scheme S1.† 5-Hexynoic acid-modied PVA was
synthesized by the coupling of 5-hexynoic acid and PVA in the
presence of dicyclohexyl carbodiimide. Due to the low coupling
efficiency, we used an excess amount of 5-hexynoic acid against
monomer unit of PVA to achieve the desired degree of the
substitution of 5-hexynoic acid. The alkyne-functionalized PVA
(Fig. S2†) was treated with succinic-acid anhydride in the
presence of pyridine at 45 �C for 24 h, followed by dialysis
against aqueous solutions and lyophilization to afford succinic-
acid- and alkyne-modied PVAs (Table S1, Fig. S3–S7†). The
degree of substitution (DS) of the succinic acid group was
controlled by the molar feed ratio of succinic anhydride and
hexynoic acid-modied PVA. To investigate the effect of the
degree of succinic-acid substitution on the persistence length of
the resulting polymers, we evaluated the persistence length
using size-exclusion chromatography with multi-angle light
scattering (SEC-MALS). The plots of the molecular weights
versus the radius of gyration were tted using the Benoit–Doty
equation to determine the persistence length (p) of the polymers
(Fig. S8†). As shown in Table 1, the persistence length of the
gra copolymers increased from 1.3 nm to 2.7 nm with
increasing degree of succinic-acid substitution, which indicates
that the stiffness of the main chains increases with increasing
degree of substitution. The persistence length of semi-exible
polyelectrolytes is given by the sum of the intrinsic persis-
tence length (q0) and the electrostatic persistence length (qe).69

The latter is directly related to the ionic strength according to
the Odijk–Skolnick–Fixman theory.70 To clarify the factors
responsible for the increase in persistence length, we calculated
Table 1 Weight-average molecular weight (Mw), polymer poly-
dispersity index (Mw/Mn), persistence length (p), and molecular weight
per unit contour length (ML) of the succinic-acid-modified PVAs ob-
tained from the SEC-MALS measurements

Polymer Mw (g mol�1) Mw/Mn p (nm) ML (nm
�1)

PVA-COOH4 9.2 � 104 1.6 1.3 210
PVA-COOH7 9.6 � 104 1.7 1.5 220
PVA-COOH10 1.1 � 105 1.7 1.6 233
PVA-COOH13 1.1 � 105 1.9 2.0 254
PVA-COOH23 1.5 � 105 2.0 2.7 303

© 2022 The Author(s). Published by the Royal Society of Chemistry
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the qe values of succinic-acid-modied PVAs under the
following conditions: the ionic strength was set to 0.15 M and
the succinic acid was fully deprotonated. The approximate qe
values were less than 0.1 nm for all polymers (Table S2;† for
details of the calculations, see ESI†), which can be rationalized
in terms of the electrostatic shield effect; in the presence of
a sufficient number of ions, the electrostatic repulsion of the
carboxylate anions in the polymers will be suppressed.
Accordingly, the contribution of qe is practically negligible. The
main reason for the increase in the persistence length is,
therefore, the increased steric demand of the main chain with
increasing chemical modication. Overall, these data demon-
strate that the persistence length of the main chain can be
controlled by adjusting its chemical modication.

Self-assembly of amphiphilic gra copolymers is affected by
the degree of substitution of the gra chain. We previously
developed amphiphilic gra copolymers (e.g., pullulan-g-PPO,
dextran-g-PPO) with the DS of the PPO group of 10 per 100
repeating units of polysaccharides.65,67 In contrast, PVA is used
as the hydrophilic main chain instead of polysaccharides in this
study. The length of the repeating unit of PVA (ca. 0.25 nm) is
about half the length of glucose (ca. 0.5 nm), which is the
repeating unit of pullulan and dextran. Therefore, the DS of the
PPO group of 5 PPO per 100 repeating units of PVA was targeted
to achieve comparable hydrophilic segment lengths and was
xed throughout the experiments so that the self-assembly
behavior of the gra polymers would not be affected by differ-
ences in the degree of PPO substitution. In order for the DS of
the PPO group to be 5 PPO per 100 repeat units of PVA, the DS of
hexynoic acid should be higher than DS¼ 5. For this reason, the
DS of hexynoic acid was targeted to DS ¼ 6. Succinic-acid-
functionalized PVA-g-PPO was synthesized via a “gra onto”
method using a copper-catalyzed Huisgen reaction between
azide-functionalized PPO [Mn(NMR) ¼ 2.0 � 103 g mol�1; ĐM ¼
1.05]71 and alkyne- and succinic-acid-modied PVA. The degree
of the substitution of PPO group was controlled by the molar
feed ratio of the alkyne and carboxylic groups functionalized
PVA and N3-PPO due to the high coupling efficiency of the click
reaction. The gra copolymers are referred to as PVA-COOHi-g-
PPO. Here, i indicates the degree of succinic-acid-group
substitution per 100 repeating units of PVA. Detailed synthetic
procedures are provided in the ESI,† together with representa-
tive 1H NMR spectra and size-exclusion chromatograms (Figs.
S9–S15†).
Thermo- and pH-responsive behavior of the gra copolymers
in aqueous solution

The gra copolymers have two stimulus-responsive groups, i.e.,
the carboxylic group and the PPO group. The former exhibits
pH-responsive behavior, while the latter shows lower critical
solution temperature (LCST)-like behavior in aqueous solution.
Thus, we examined their stimulus-responsive behavior in
aqueous solutions to determine the solution conditions in
order to investigate their self-assembly behavior. We rst con-
ducted potentiometric titrations of the gra-copolymer solu-
tions at 25 �C to determine their apparent pKa values. The initial
© 2022 The Author(s). Published by the Royal Society of Chemistry
pH value of the polymer solution was adjusted to 3 using an HCl
solution (0.1 M), and the solution was titrated with a NaOH
solution (0.01 M). The resulting titration curves showed broad
pH responses in the range of pH¼ 3–9 (Fig. S16†). The apparent
pKa values (5.5–6.1) were estimated based on the half-
equivalence points. We then investigated the thermores-
ponsive behavior of the gra copolymers in a phosphate-
buffered saline (PBS) solution (pH ¼ 7.4; 0.15 M NaCl) using
differential scanning calorimetry (DSC). DSC measurements of
the polymer solutions (10 mg mL�1) showed an endothermic
peak at around 15 �C during the heating process and an
exothermic peak at around 11 �C during the cooling process
(Fig. S17†). These peaks are derived from the dehydration and
hydration of the PPO segments in the gra copolymers. We
further investigated the effect of the polymer concentration on
the phase-transition temperatures. As shown in Fig. S18,† the
transition temperatures of the gra copolymers at the polymer
concentration of 1.0 mg mL�1 are around 13–19 �C, suggesting
that the gra copolymers self-assemble into nanoparticles
above 25 �C.
Self-assembly behavior of the gra copolymers in aqueous
solution

Having determined the apparent pKa values and phase-
transition temperatures of the polymers, we next examined
their self-assembly behavior above the phase-transition
temperature in the PBS buffer. The polymers were added to
the PBS buffer and cooled below their phase-transition
temperature with an ice bath. The resulting polymer solutions
were incubated for at least 30 min at 25 �C. Since the pKa values
of the polymers were in the range of 5.5–6.1, the carboxylic acid
groups in the gra copolymers were almost completely depro-
tonated in the PBS buffer (pH ¼ 7.4). The size-distribution
curves obtained from dynamic light scattering (DLS) measure-
ments of the representative gra-copolymer solutions (PVA–
COOH4–g-PPO, PVA–COOH7–g-PPO, and PVA–COOH13–g-PPO)
showed unimodal peaks, and the average hydrodynamic
diameters of the gra copolymer assemblies were in the range
of 40–70 nm (Fig. 2a–c). We next evaluated the weight-average
molar masses and the radii of gyration (Rg) of the assemblies
using eld-ow uctuation with multiangle light scattering
(FFF-MALS; Fig. S19, and Table S3†).

The molar masses of the PVA–COOH4–g-PPO, PVA–COOH7–

g-PPO, and PVA–COOH13–g-PPO assemblies were calculated to
be 1.8 � 107, 8.6 � 106, and 2.9 � 107 g mol�1, respectively.
Based on the molar mass of the gra copolymers (1.6 � 105 g
mol�1), the average aggregation numbers of the PVA–COOH4–g-
PPO, PVA–COOH7–g-PPO, and PVA–COOH13–g-PPO assemblies
were calculated to be 113, 54, and 181, respectively. The
differences in size and aggregation numbers of the gra
copolymer assemblies imply that the gra copolymers self-
assemble into different nanostructures. The Rg values found
for the PVA–COOH4–g-PPO (30 nm) and PVA–COOH7–g-PPO (22
nm) assemblies were almost identical to their hydrodynamic
radii (PVA–COOH4–g-PPO: 27 nm; PVA–COOH7–g-PPO: 22 nm).
On the other hand, the Rg of the PVA–COOH13–g-PPO
Chem. Sci., 2022, 13, 5243–5251 | 5245



Fig. 2 Size distribution of the self-assembled particles of (a) PVA–
COOH4–g-PPO, (b) PVA–COOH7–g-PPO, and (c) PVA–COOH13–g-
PPO in the PBS buffer. Concentration: [polymers]¼ 1.0 mg mL�1. TEM
images of the self-assembled particles in (d) a PVA–COOH4–g-PPO
solution, (e) a PVA–COOH7–g-PPO solution, and (f) a PVA–COOH13–
g-PPO solution using negative staining with phosphotungstic acid.
Inset: enlarged TEM images of the regions in the black circles;
concentration: [polymers] ¼ 1.0 mg mL�1.

Fig. 3 SAXS profiles (open circles) of self-assembled particles in (a)
PVA–COOH4–g-PPO, (b) PVA–COOH7–g-PPO, and (c) PVA–
COOH13–g-PPO solutions. The colored solid lines show the theo-
retical curves obtained using (a) a bilayer-vesicle model, (b) a core–
shell-disc model (green), and (c) a core–shell-cylinder model (blue).
Structural parameters of (d) the spherical vesicles, (e) the core–shell
discs, and (f) the core–shell cylinders; concentration: [polymers] ¼
1.0 mg mL�1.

Chemical Science Edge Article
assemblies (77 nm) was 2.2 times greater than its Rh (35 nm),
suggesting that PVA–COOH13–g-PPO self-assembled into cylin-
drical structures.72,73 Transmission electron microscopy (TEM)
images of a PVA–COOH4–g-PPO solution showed spherical
structures with a circular border (Fig. 2d), which could originate
from bilayer membrane structures. Conversely, the TEM image
of a PVA–COOH7–g-PPO solution showed spherical and elon-
gated objects with an average size of 40 nm (Fig. 2e), and that of
a PVA–COOH13–g-PPO solution revealed cylindrical structures
with lengths of 20–100 nm (Fig. 2f), which is in good agreement
with the prediction from the MALS measurements. Since it is
difficult to conclude the nanostructures of the self-assemblies
from the TEM images, we next conducted small-angle X-ray
scattering (SAXS) measurements. SAXS is widely recognized as
a characterization technique for self-assembled nanoobjects in
solutions. The scattering images are derived from hundreds of
thousands of self-assemblies, and thus, SAXS data generally
gives structural information with statistically high averages
compared with that from TEM analysis. The SAXS prole of
a PVA–COOH4–g-PPO solution was quite similar to those of
previously reported pullulan–g-PPO and dextran–g-PPO polymer
vesicle solutions (Fig. 3a).65,67 The scattering intensities in the
low-q region decayed as a function of q�2 for PVA–COOH7–g-
PPO (Fig. 3b) and of q�1 for PVA–COOH13–g-PPO (Fig. 3c). These
data suggest the presence of thin plate assemblies such as discs
and cylindrical assemblies, respectively. Using structural
information based on the TEM observations and SAXS analyses,
we tted the SAXS proles of the PVA–COOH4–g-PPO, PVA–
COOH7–g-PPO, and PVA–COOH13–g-PPO assemblies using
a spherical bilayer vesicle, core–shell disc, and core–shell
cylinder model, respectively. The models t the SAXS proles of
the gra-copolymer assemblies over the entire q range. Overall,
these data conrmed that PVA–COOH4–g-PPO, PVA–COOH7–g-
5246 | Chem. Sci., 2022, 13, 5243–5251
PPO, and PVA–COOH13–g-PPO self-assembled into spherical
vesicles, discs, and cylindrical micelles, respectively. The ob-
tained tting parameters and the structural information of the
self-assemblies are summarized in Fig. 3d–f and Table S4.† The
average diameter of the vesicles and discs was 43 nm and
49 nm, respectively, while the average length of the cylindrical
micelles was 44 nm. These values are in good agreement with
the results obtained from the DLS measurements (Fig. 2a–c). To
further validate the formation of nanodiscs, we performed AFM
and cryo-TEM observations. As shown in Fig. S20,† nano-
particles with a uniform height in the range of 8 to 10 nm can be
observed. The height is consistent with the thickness of nano-
discs revealed by SAXS analysis. Cryo-TEM image of the self-
assembly of PVA–COOH7–g-PPO also showed spherical and
elongated assemblies (Fig. S21†). The length of the elongated
assemblies was ca. 9 nm in the short axis direction and 35 nm in
the long axis direction, which was in good agreement with the
diameters and the thickness of nanodiscs obtained from the
SAXS analysis. Accordingly, the elongated assemblies and the
circular assemblies seen in the TEM images are nanodiscs
oriented perpendicular or parallel to the electron beam,
respectively (Fig. 2e and S21†). Together, we concluded that
PVA–COOH7–g-PPO self-assembled into nanodiscs. The stability
of the nanodiscs in a PBS buffer solution (pH ¼ 7.4, [NaCl] ¼
0.15 M) was also evaluated (Fig. S22†). The sizes of the nano-
discs remained essentially constant aer one week, suggesting
that the nanodiscs are stable in the PBS buffer solution.

To obtain further insight into the relationship between the
persistence length of the main chain and the morphologies of
the gra-copolymer assemblies, we also prepared PVA–
COOH10–g-PPO and PVA–COOH23–g-PPO gra copolymers
(persistence length for PVA-COOH10: 1.6 nm; PVA-COOH23:
2.7 nm; Table 1) and examined their self-assembly behavior in
the PBS buffer. We found that PVA–COOH10–g-PPO self-
assembled into nanodiscs with an average diameter of 35 nm
© 2022 The Author(s). Published by the Royal Society of Chemistry
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(Fig. S23 and Table S5†). This data suggests that gra copoly-
mers with a main-chain persistence length of around 1.5–
1.6 nm form nanodiscs in aqueous solution. Interestingly, PVA–
COOH23–g-PPO formed short rods with an average length and
diameter of 24 nm and 12 nm, respectively (Fig. S24, and Table
S6†). In contrast, cylindrical micelles with an average length of
44 nm were formed by the self-assembly of PHPMA-g-PPO and
PVA–COOH13–g-PPO, which have main chains with a persis-
tence length of 2.0 nm. With increasing persistence length of
the main chain, the average length of the cylindrical micelles
decreases. These results suggest that the persistence length also
inuences the length of the cylindrical micelles and that the
length of cylindrical micelles could potentially be controlled by
adjusting the main-chain persistence length. However, this is
beyond the scope of this study, and further studies are needed
to reach meaningful conclusions regarding this aspect.

To better understand the gra copolymer self-assembly, the
persistence length of the main chains and the morphologies of
the gra copolymer assemblies are summarized in Fig. 4.65,67,74

Gra copolymers with main-chain persistence lengths of less
than 1.6 nm form plate-like structures, i.e., vesicles or discs.
Conversely, in the case of main chains with a persistence length
of around 2–2.7 nm, the gra copolymers self-assemble into
cylindrical structures. With further increasing persistence
length of the main chain (>2.9 nm), the gra copolymers
formed short rods and spherical micelles. These results can be
explained as follows. The main-chain extension of the molec-
ular assemblies depends on the persistence length of the main
chain, and the surface area of the hydrophilic region varies with
the persistence length of the hydrophilic main chains.

This results in a change of the packing parameter of the gra
copolymers, which facilitate the morphological change of the
molecular assemblies. Overall, it can be concluded that the
morphologies of the molecular assemblies can be manipulated
by adjusting the persistence length of the main chain under the
same conditions via changing its degree of substitution.
Fig. 4 Relationship between the persistence length (p) of the hydro-
philic main chains and the morphologies of the graft-copolymer
assemblies.

© 2022 The Author(s). Published by the Royal Society of Chemistry
Molecular mechanism for the formation of nanodiscs

The above studies conrmed that the morphologies of the
amphiphilic gra copolymer assemblies can be tailored by
adjusting the persistence length of the main chain. Disc-like
nanostructures are not thermodynamically stable morphol-
ogies due to their large curvature at the peripheral regions. To
reduce the unfavorable edge energy, mixed systems, e.g.,
mixtures of an amphiphile with long hydrophobic segments
and an amphiphile with short hydrophobic segments, or
membrane-scaffold proteins that cover the hydrophobic
peripheral regions are oen used. In contrast to these systems,
the PVA–COOH7–g-PPO gra copolymers self-assembled into
nanodiscs without any additives. We attribute this difference to
the exibility of the gra copolymers in the discs. In the self-
assembly of block copolymers and low-molecular-weight
amphiphiles, the thermodynamic packing in the assemblies,
i.e., the extension and conformation of the hydrophilic and
hydrophobic segments, is unequivocally determined by their
degree of polymerization and/or chemical structures, and they
usually form assemblies that contain a single curvature;
conversely, it is difficult to form morphologies with large
differences in curvature such as discs. Gra copolymers, on the
other hand, consist of a continuous chain of amphiphilic units,
and the exibility of the main chain allows them to exhibit
multiple packing modes in molecular assemblies. This allows
the hydrophilic chains to fold compactly in the bilayer
membrane of the discs, while simultaneously spreading widely
to form a high curvature at the edges (Fig. S25†). Therefore, the
gra copolymer can form discs without additives.

In our previous study, we reported that the morphology of
gra-copolymer assemblies can be manipulated by adjusting
the persistence length of the main chains.67 Amphiphilic gra
copolymers composed of pullulan or dextran (persistence
length: 1.5–1.6 nm) as the main chain with a comparable degree
of PPO substitution (Mn(NMR) ¼ 2.0 � 103 g mol�1) self-
assembled into spherical vesicles. When poly(2-hydroxypropyl
methacrylamide) (PHPMA), whose persistence length (2.0 nm)
is longer than those of pullulan and dextran, was used as the
main chain, the gra copolymer formed cylindrical micelles. In
the case of mannan-g-PPO, in which the more rigid mannan
(persistence length: 2.9 nm) was used as the main chain,
spherical micelles were formed. This variable self-assembly
behavior is driven by the differences in the extension of the
polymer main chain, which is controlled by the persistence
length. The surface areas of the hydrophilic region of the
amphiphilic units of the gra polymers vary, and thus, the gra
polymers self-assemble into different morphologies. However,
although the persistence length of PVA–COOH7 is very similar
to those of pullulan and dextran, the morphologies of the
resulting self-assemblies were different (PVA–COOH7–g-PPO:
discs; pullulan-g-PPO and dextran-g-PPO: vesicles). In terms of
chemical structure, a distinct difference is whether the poly-
mers are negatively charged or neutral, which may lead to the
differences in the self-assembled structures. We previously re-
ported that pullulan-g-PPO forms disc-like intermediates, which
fuse to form polymer vesicles.65 Based on the formation of disc-
Chem. Sci., 2022, 13, 5243–5251 | 5247



Fig. 5 (a) Schematic illustration of cell-free membrane–protein
synthesis in the presence of the graft-copolymer nanodiscs. (b) Illus-
tration of the tagRFP-PDGFR-TMD gene and the predicted structure
of the tagRFP-PDGFR-TMD. (c) Fluorescence intensity of tagRFP-
PDGFR-TMD at 580 nm in PBS buffer at 37 �C in the reaction solution
without the nanodiscs, in the presence of PVA–COOH7–g-PPO, and in
the presence of PVA–COOH10–g-PPO; concentration: [polymers] ¼
0.22 mg mL�1; results represent mean values � SD (n ¼ 3).

Chemical Science Edge Article
like structures by the self-assembly of pullulan-g-PPO, we pre-
dicted that PVA–COOH7–g-PPO would also form disc-like
structures as intermediate assemblies. However, we expected
that the negatively charged PVA-based discs would not fuse due
to electrostatic repulsion and thus remain in nanodisc form.
Assuming that this hypothesis is correct, we anticipated that we
could prepare a PVA–COOH7–g-PPO polymer vesicle solution by
reducing the electrostatic repulsion via increasing the ionic
strength. To validate this hypothesis, we prepared a solution of
PVA–COOH7–g-PPO that contained 300 mM NaCl. The resulting
TEM image showed spherical objects with a thick circular
border, and the SAXS prole of the polymer solution revealed
two distinct Bragg peaks at q ¼ 0.46 and 0.92 nm�1 (Fig. S26†).
The q-values of these peaks exhibited a 1 : 2 ratio, suggesting
that they correspond to lamellar structures. These results clearly
indicate that under higher-ionic-strength conditions, PVA–
COOH7–g-PPO self-assembled into multilamellar vesicles.
Accordingly, it seems feasible to conclude that the electrostatic
repulsion between negatively charged disc-like intermediates
inhibits their fusion and thus forms stable nanodiscs. Overall,
the nanodiscs can be prepared by simply heating the gra
copolymer solutions, and three factors are critical to fabricate
nanodiscs based on gra copolymer self-assembly: (1) a graed
polymer structure; (2) appropriate exibility of the main chain;
(3) a negative charge.
In vitro membrane-protein synthesis in the presence of gra-
copolymer nanodiscs

Aer conrming the formation of the gra-copolymer nano-
discs via adjusting the persistence length of the main chain, we
then turned our attention to the possibility of using the gra-
copolymer nanodiscs as a solubilizer for membrane proteins.
Based on the non-crystallinity and exibility of PPO, we antici-
pated that membrane proteins could be incorporated into the
nanodiscs by adjusting the thickness of the hydrophobic layer
to the size of the membrane proteins.75 To verify this possibility,
we attempted to synthesize a membrane protein, i.e., tag red
uorescence protein (tagRFP)-fused transmembrane domain of
platelet-derived growth factor receptor (PDGFR-TMD),76 in the
presence of nanodiscs using a cell-free membrane-protein
synthesis system (Fig. 5a).77–79 We chose a tagRFP-PDGFR-
TMD fusion membrane protein because direct quantication
of the properly folded membrane protein can be achieved by
measuring the uorescence intensity (Fig. 5b).80 The cell-free
synthesis of tagRFP-PDGFR-TMD was performed for 4 h at
37 �C in the presence of PVA–COOH7–g-PPO or PVA–COOH10–g-
PPO gra copolymer nanodiscs (0.22 mg mL�1). As a control,
the membrane–protein synthesis was carried out in the absence
of the nanodiscs. Western blot analysis was conducted to
conrm that the target tagRFP-PDGFR-TMD (theoretical MW:
33.4 kDa) was produced. As shown in Fig. S17,† the bands were
observed at approximately the same position as the 36 kDa
protein-size marker, suggesting that the target membrane
protein was successfully synthesized. We then evaluated
whether the membrane proteins were solubilized in the nano-
discs and folded correctly. As shown in Fig. 5c, the uorescence
5248 | Chem. Sci., 2022, 13, 5243–5251
intensities of tagRFP in the reaction solution in the presence of
the nanodiscs were four to ve times higher than that of the
solution without the nanodiscs. In the absence of nanodiscs,
the lack of a scaffold to solubilize the produced TMDs may lead
to aggregation, which results in low uorescence intensity. On
the other hand, in the presence of the nanodiscs, the produced
TMD can be solubilized by incorporation into the nanodiscs,
and thus, the uorescence intensities increased. To evaluate the
advantages of this nanodisc system over another scaffold
system, we also conducted the cell-free membrane–protein
synthesis in the presence of 1,2-dioleoyl-sn-glycero-3-phos-
phocholine (DOPC) liposomes. We observed that the uores-
cence intensity of tagRFP remained constant at DOPC
concentrations of up to 1 mM (Fig. S28†). From the average
diameter (140 nm) of the liposomes and thickness (3.7 nm) of
the bilayer membranes, the surface area and aggregation
number of the liposomes were calculated to be 6.1 � 104 nm3

and 1.6 � 105, respectively. The sum of the surface area of the
liposomes (2.3 � 1020 nm3) at a concentration of 1 mM was
calculated and compared to the sum of the surface area of PVA–
COOH10–g-PPO gra copolymer nanodiscs (5.1 � 1019 nm3) at
a concentration of 0.22 mg mL�1. Although the total surface
area of the nanodiscs was less than one-h of that of the
liposomes, the solubilization ability of the membrane protein of
the nanodiscs was comparable to that of the liposomes,
demonstrating their superior ability for solubilizing membrane
proteins. A method that shares the same purpose as our
approach is the SMA-lipid particles (SMALP) technology.81–83

However, our system has several advantages that SMALP tech-
nology. First, because of the use of cell-free protein synthesis,
our system enables to incorporate only target membrane
proteins into the nanodiscs. In contrast, cells overexpressing
membrane proteins are used in the SMALP method, which
means that other membrane proteins are included, resulting in
complicating the purication process. Second, the in situ
© 2022 The Author(s). Published by the Royal Society of Chemistry
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synthesis and incorporation of membrane proteins into the
nanodiscs allows for rapid functional evaluation of the
membrane proteins. However, at present, it is not clear how the
membrane proteins are incorporated into the nanodiscs. The
elucidation of the three-dimensional structure of the
membrane proteins in the nanodiscs will therefore constitute
an important future direction of research. Moreover, the solu-
bilization capacity of the nanodiscs for other membrane
proteins must be determined to understand their applicability.
Overall, we have demonstrated that the gra copolymer nano-
discs can act as a solubilizer for membrane proteins.
Conclusions

In summary, we prepared amphiphilic gra copolymers that
consist of succinic-acid-modied-poly(vinyl alcohol)-gra-
poly(propylene oxide) with a series of different main-chain
persistence lengths by adjusting the degree of succinic-acid
substitution. In aqueous solution, the gra copolymers self-
assembled into spherical vesicles, discs, and cylindrical
micelles with increasing persistence length of the main chain.
Given that similar gra copolymers with a less exible polymer
(e.g., mannan) form spherical micelles, adjusting the persis-
tence length of the amphiphilic gra copolymers enables the
fabrication of polymer assemblies with desiredmorphologies. It
should be noted here that the self-assembly of gra copolymers
by simply warming a solution of the polymer with a main-chain
persistence length of 1.5–1.6 nm can afford a single-component
nanodisc without the addition of any additives. Moreover,
membrane proteins can be incorporated spontaneously into the
gra-copolymer discs during cell-free membrane–protein
synthesis, and thus, the nanodiscs act as a solubilizer for
membrane proteins. This system has several advantages
compared to previously described methods such as mixed
systems. First, the preparation of nanodiscs is simple; special
equipment, expensive chemicals, or detergents are not needed.
Secondly, the gra copolymers do not absorb ultraviolet or
visible light, and spectroscopic absorbance interference does
not occur between the discs and the membrane proteins. Thus,
such gra-copolymer nanodiscs may have potential as a novel
tool for studying the function of membrane proteins, and we
envision that our study will inspire further research into gra-
copolymer self-assembly and macromolecular foldamers.
Data availability

Experimental data is available in the ESI† online.
Author contributions

Conceptualization and supervision: TN, YS, KA; synthetic work,
physical measurements and cell-free protein synthesis experi-
ments: YH, MA, TN; writing: TN, YH: All authors commented
on, and approved the nal version of this manuscript.
© 2022 The Author(s). Published by the Royal Society of Chemistry
Conflicts of interest

There are no conicts to declare.

Acknowledgements

This work was supported by the JSPS in the form of Grants-in-
Aid for Scientic Research (S: 16H06313; B: 18H01845,
22H02140), the Asahi Glass Foundation, the MEXT Leading
Initiative for Excellent Young Researchers, JST FOREST
Program (JPMJFR201P), and MEXT Promotion of Distinctive
Joint Research Center Program (JPMXP0621467946). SAXS
experiments were conducted at the BL40B2 beamline of SPring-
8 under proposal numbers 2020A0524, 2020A1070, and
2021A1065.

Notes and references

1 R. Nagarajan and E. Ruckenstein, Langmuir, 1991, 7, 2934–
2969.

2 Y. L. Chen, S. Chen, C. Frank and J. Israelachvili, J. Colloid
Interface Sci., 1992, 153, 244–265.

3 M. Antonietti and S. Förster, Adv. Mater., 2003, 15, 1323–
1333.

4 C. J. Hawker and K. L. Wooley, Science, 2005, 309, 1200–1205.
5 H. Cui, Z. Chen, S. Zhong, K. L. Wooley and D. J. Pochan,
Science, 2007, 317, 647–650.

6 J. R. Howse, R. A. L. Jones, G. Battaglia, R. E. Ducker,
G. J. Leggett and A. J. Ryan, Nat. Mater., 2009, 8, 507–511.

7 A. Blanazs, J. Madsen, G. Battaglia, A. J. Ryan and
S. P. Armes, J. Am. Chem. Soc., 2011, 133, 16581–16587.

8 I. W. Hamley, So Matter, 2011, 7, 4122–4138.
9 X. Zhang and C. Wang, Chem. Soc. Rev., 2011, 40, 94–101.
10 C. Wang, Z. Wang and X. Zhang, Acc. Chem. Res., 2012, 45,

608–618.
11 Y. Mai and A. Eisenberg, Chem. Soc. Rev., 2012, 41, 5969–

5985.
12 M. Ramanathan, L. K. Shrestha, T. Mori, Q. Ji, J. P. Hill and

K. Ariga, Phys. Chem. Chem. Phys., 2013, 15, 10580–10611.
13 R. J. Williams, A. P. Dove and R. K. O'Reilly, Polym. Chem.,

2015, 6, 2998–3008.
14 H. M. G. Barriga, M. N. Holme and M. M. Stevens, Angew.

Chem., Int. Ed., 2019, 58, 2958–2978.
15 L. MacFarlane, C. Zhao, J. Cai, H. Qiu and I. Manners, Chem.

Sci., 2021, 12, 4661–4682.
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