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Construction of viral protein-based
hybrid nanomaterials mediated by a
macromolecular glue†

Shuqin Cao, ab Sandro Peeters,a Sandra Michel-Souzy, a Naomi Hamelmann,a

Jos M. J. Paulusse, a Liu-lin Yang *ac and Jeroen J. L. M. Cornelissen *a

A generic strategy to construct virus protein-based hybrid nanomaterials is reported by using a

macromolecular glue inspired by mussel adhesion. Commercially available poly(isobutylene-alt-maleic

anhydride) (PiBMA) modified with dopamine (PiBMAD) is designed as this macromolecular glue, which

serves as a universal adhesive material for the construction of multicomponent hybrid nanomaterials. As

a proof of concept, gold nanorods (AuNRs) and single-walled carbon nanotubes (SWCNTs) are initially

coated with PiBMAD. Subsequently, viral capsid proteins from the Cowpea Chlorotic Mottle Virus

(CCMV) assemble around the nano-objects templated by the negative charges of the glue. With virtually

unchanged properties of the rods and tubes, the hybrid materials might show improved biocompatibility

and can be used in future studies toward cell uptake and delivery.

Introduction

Nanomaterials have found numerous applications in catalysis,1,2

biosensors,3 drug delivery4 and bioimaging5,6 due to their con-
trolled chemical compositions and structures, large surface-to-
volume ratios, various functional groups, and surfaces. Among
them, protein cages, such as virus-based hybrid nanomaterials,
show interesting properties in electronics,7 catalysis,8 drug/gene
delivery,9,10 imaging and immune-therapy,11 that are largely based
on their reversible assembly, uniform size, facile modification,
and capability of functional cargo encapsulation.12,13

These functional protein-organic/inorganic hybrid nanoma-
terials are prepared via self-assembly of proteins,12,14–17

chemical conjugation,5,18 and protein immobilization.19 Protein
cages derived from the Cowpea Chlorotic Mottle Virus (CCMV)
have been widely used as nanocarriers with various cargos such as
polystyrene sulfonate (PSS),20 oligonucleotides,21 functionalized
enzymes,22 gold nanoparticles,23 and luminescent materials.14

These hybrid materials combine efficiently the biocompatibility
of the protein coating with the functionality of the cargo, as

exemplified by our recent study on nanodiamonds for intracel-
lular trajectory analysis.24 It is, however, crucial in the formation
of these hybrid materials to maintain the functional properties of
the nanomaterials. The capsid protein of CCMV is capable of self-
assembly into empty capsids at pH 5 with high salt concentration,
when the main driving force is the interaction between capsid
proteins. While for efficient loading, negatively charged cargo
surfaces are generally required to guarantee strong electrostatic
interactions between the capsid proteins and the desired cargos at
neutral pH. Therefore, for diverse nanometer-sized cargo candi-
dates, such as silicon quantum dots, gold nano-objects and
carbon nanotubes with neutral surfaces, a surface modification
either by coupling oligonucleotides,6 PSS or thiol-based ligands is
a prerequisite.7 However, this surface modification usually
involves tedious organic synthesis, meanwhile, it suffers from
the aggregation of these nano-objects that lead to instability and
the loss of intrinsic properties. To tackle this problem, we propose
a generic adhesive material that can serve as an interfacial
molecular glue to facilitate the coating of nanometer-sized cargo
with CCMV capsid proteins, to further expand the toolbox for the
colloidal stabilization, biocompatibility and eventual cellular
uptake of functional nanomaterials.24

The structural design and core capabilities of this molecular
glue should meet two requirements: (i) as an adhesive material,
it can intimately interact with a wide range of nanomaterial
surfaces; and (ii) as a template to induce the coating of capsid
proteins on nanomaterials, it should incorporate negatively
charged functional groups (i.e, carboxylic acids, sulfates, phos-
phates). Catechol functionalized polymers inspired by natural
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mussels have been developed as tissue adhesives for bio-
applications25–27 Since the catechol group is capable of having
strong non-covalent interactions with metal ions, polarized
organic groups, or covalent crosslinking via oxidation.26,28–30

Hence, the catechol group is an ideal building block to meet the
first requirement for constructing the molecular glue. Mean-
while, commercially available poly(isobutylene-alt-maleic anhy-
dride) that inherently contains multiple carboxyl groups can
serve as the template building block to meet the second
requirement. Therefore, we prepared catechol modified
poly(isobutylene-alt-maleic anhydride) as the molecular glue
for constructing the desired nanomaterials.

Results and discussion

The molecular glue was synthesized by amination of poly
(isobutylene-alt-maleic anhydride) with dopamine (PiBMAD).31

Dopamine was used to introduce the catechol group for the
adhesiveness of this generic molecular glue, as it is a well-
known molecular mimic of mussel foot protein.32,33 As a proof
of concept, two representative nanomaterials, gold nanorods
(AuNRs) and single-walled carbon nanotubes (SWCNTs), have
been selected as cargo candidates to verify the applicability of
this molecular glue (Fig. 1).

PiBMAD was synthesized as described in the ESI† and
Fig. S1a (ESI†). Commercially available PiBMA with an average
molechular weight (Mw) of 6 kDa was used (Fig. S1b, ESI†). To
maintain water solubility of the polymer and keep sufficient
negative charges, around 12.5% of the available carboxylate
groups were equipped with dopamine according to 1H-NMR
analysis (Fig. S1c, ESI†). The capability of PiBMAD to induce the
assembly of capsid proteins was first checked by incubating the
proteins in a buffer with the polymer at pH 7.2 (see ESI† for
details). The formation of virus-like particles was evident and
purified from fast protein liquid chromatography (FPLC)
equipped with a UV-vis detector (Fig. 2d). The absorption data
showed an overlapping signal at two detection wavelengths (l =
260 nm and 280 nm) at an elution volume of V E 11 mL,
whereas excess capsid protein eluted out at a larger elution

volume (Fig. S8, ESI†) indicating the formation of virus-like
particles. The fraction was isolated and analyzed by transmis-
sion electron microscopy (TEM) and dynamic light scattering
(DLS) (Fig. 2b and c). TEM analysis revealed the formation of
spherical nanoparticles with an average diameter of 19 nm. DLS
showed that the isolated fraction contained nanoparticles with
a diameter of 18.0 � 3.6 nm, which is consistent with the TEM
results. These data are in line with the previously confirmed
T = 1 icosahedral symmetry for CCMV based virus-like particles
formed at neutral pH on a polyanionic template.34

Gold nanorods (AuNRs) belong to an interesting class of
nanosized objects for a plethora of biomedical and biotechno-
logical applications such as sensing, imaging and others.
However, these applications rely on their stability in biological
fluids, avoiding aggregation and precipitation. Surface coating
of gold nanorods with biocompatible proteins may facilitate the
bioapplications of these nanomaterials. To this end, surface
coating of AuNRs by CCMV proteins was successfully realized
by PiBMAD scaffolding (Fig. 3a), detailed experimental meth-
ods are described in the ESI.† The coated AuNRs were analyzed
by FPLC (Fig. 3b) monitoring the elution at l = 260, 280 and
515 nm. The elution volume of the first fraction around 7.5 mL,
of all three coinciding wavelengths, is smaller than the typical
elution volume of virus-like particles (11 mL), suggesting the
formation of larger particles. Other than that, the transverse
plasmon resonance peak of AuNRs at l = 515 nm was also and
only detected in the first fraction, confirming that this fraction
contains coated gold nanorods (CCMV-AuNRs).35

Zeta potential measurements were carried out to check the
change of surface charge of AuNRs during coating (Fig. 3c).
When the AuNRs were first coated by PiBMAD, the zeta
potential of AuNRs reversed from positive to negative, due to
the abundant carboxyl groups of polymer chains. When finally
coated by capsid proteins, as expected, the zeta potential of
CCMV-AuNRs increased from �75 mV to �10 mV. The long-
itudinal plasmon resonance peak (LPRW) of the original AuNRs
was located at l = 808 nm, after coating by PiBMAD, the LPRW

Fig. 1 Schematic representation of mussel-inspired molecular glue to
induce the coating of two nanoobjects, AuNRs and SWCNTs by CCMV
capsid proteins. Both the AuNRs and SWCNTs were first coated with
random functionalized PiBMAD, then CCMV capsid proteins were coated
on their surface through electrostatic interactions.

Fig. 2 Preparation of PiBMAD scaffolded virus-like particles. (a). Sche-
matic representation of PiBMAD induced formation of virus-like particles;
(b). TEM mages of formed virus-like particles; (c). DLS data shows well
distributed virus-like particles sized around 18 nm; (d). FPLC analysis of
virus-like particles templated by PiBMAD.
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of PiBMAD-AuNRs was slightly shifted to l = 805 nm, while after
coating by capsid proteins, a 50 nm red shift of the longitudinal
plasmon resonance (Fig. 3d) was observed.

The morphology of PiBMAD-AuNRs and CCMV-AuNRs were
studied by transmission electronic microscopy (TEM) and
atomic force microscopy (AFM). Both TEM and AFM analysis
showed that the morphology of AuNRs was unchanged after
coating with PiBMAD (Fig. 4a and b). The original height of
AuNRs was 10 nm, while the overall height of PiBMAD-AuNRs
was around 15 nm (Fig. 4b insert), suggesting a B2.5 nm
thickness of polymer layer. The thickness of capsid proteins
layer on CCMV-AuNRs is estimated to be B5 nm (Fig. 4c and d),
which is consistent with the thickness of the native CCMV
capsid shell, suggesting a monolayer coating of capsid
proteins on the AuNRs surface. AFM micrograph and height
analysis on single PiBMAD-AuNRs and CCMV-AuNRs further
supports this conclusion (Fig. S5, ESI†).36,37 According to the
literature37 and our investigation, we conclude that capsid
proteins formed subunits such as heximers and pentamers
while coating on the surface of AuNRs, and defects can be seen
from Fig. 4c.

To avoid the aggregation of AuNRs during the coating
process, an optimized concentration of PiBMAD is required
(Fig. S2, ESI†). The strongest LPRW absorption peak of
PiBAMD-AuNRs suggests minimal aggregation when the PiB-
MAD concentration is 3 mg mL�1. This is explained by less
catechol being attached to the surface of AuNRs at lower
concentrations of PiBMAD and when the concentration of
PiBMAD is too high, catechol groups of PiBMAD might cause
inter-nanoparticle crosslinking.38,39 It should be further noted
that the buffer solution (i.e, salt concentrations, pH) also plays
an important role in coating capsid proteins onto the AuNRs
(Fig. S3, ESI†). FPLC data (Fig. S3a, ESI†) indicates a thicker
layer of capsid proteins is coated on AuNRs at pH 6.8 compared
to pH 7.2, which is in line with a higher UV absorption at l =
280 nm by capsid proteins (Fig. S3b, ESI†).

Because of the large surface area, excellent chemical stability
and rich polyaromatic structure, carbon nanotubes (CNTs) are
an emerging nanomaterial as scaffolds for biosensors40–42 and
anticancer drug delivery cargos.43 The main challenge of CNTs
as biomaterials, is their poor aqueous solubility due to their
high hydrophobicity. To improve the aqueous solubility, the
functionalization of CNTs with biocompatible and hydrophilic
functional organic species are the general approach.44–46

Herein, we demonstrate a facile protein coating strategy on
single-walled carbon nanotubes (SWCNTs) by employing the
molecular glue PiBMAD without modification of SWCNTs. The
detailed coating process is described in the ESI.†

SWCNTs dispersed with sodium dodecyl sulfate (SDS)
showed few bundles (Fig. 5a). After ligand exchange with
PiBMAD, the size and distribution of SWCNTs were almost
unchanged (Fig. 5b). While after coating with capsid proteins,
the average diameter of CCMV-SWCNTs was around 20 nm
(Fig. 5c, Fig. S7, ESI†), suggesting a protein monolayer with
B5 nm thickness on the surface of SWCNTs. Raman spectro-
scopy (Fig. S4, ESI†) also confirmed the presence of SWCNT
before and after coating with PiBMAD, based on the unchanged
characteristic peaks associated with CNT.

In control experiments, other ligands such as bis
(p-sulfonatophenyl)phenylphosphine dihydrate dipotassium
salt (BSPP) and poly-dopa were used as templates for CCMV
capsid proteins coating (Fig. S6, ESI†). For the AuNRs, both
BSPP and PiBMAD templated the formation of CCMV-AuNRs
and an apparent single layer of capsid proteins coating was
observed, while poly-dopa templated coating induced

Fig. 3 (a). Schematic presentation the formation of CCMV-AuNRs
mediated by PiBMAD; (b). FPLC analysis of CCMV-AuNRs; (c). Changes
of zeta potential of AuNRs during the different coating steps; (d). UV-vis
spectra of original CTAB-AuNRs, PiBMAD-AuNRs, CCMV-AuNRs, and
PiBMAD-virus-like particles.

Fig. 4 TEM and AFM analysis of PiBMAD-AuNRs and CCMV-AuNRs.
(a) Negative stained TEM image of PiBMAD-AuNRs indicates a size around
10 � 40 nm; (b) AFM image of PiBMAD-AuNRs, insert height analysis of
PiBMAD-AuNRs; (c) negative stained TEM image of CCMV-AuNRs showing
the protein layer (thickness around 5 nm); (d). AFM image of CCMV-AuNRs,
insert height analysis of CCMV-AuNRs; for the PiBMAD-AuNRs, the height
is around 15 � 2.3 nm which demonstrates around 2.5 nm coating of
PiBMAD; while the height of CCMV-AuNRs is around 25 nm, which
indicates around 5 nm coating of capsid proteins, this is in line with the
expected capsid thickness.
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aggregation of AuNRs which might be caused by crosslinking of
AuNRs by the poly-dopa (Fig. S6a–c, ESI†). With respect to
SWCNTs, only PiBMAD induced the formation of well-dispersed
CCMV-SWCNTs (Fig. S6d–f, ESI†). These results are in line with
the concept of using PiBMAD as a generic molecular glue for the
construction of viral protein coated hybrid nanomaterials.

Increasing the colloidal stability of functional nanomaterials
can be achieved by a variety of chemical means. We chose,
however, the biorelevant coating of virus capsid proteins to
potentially improve biocompatibility and eventually direct cell
uptake.10,24 To demonstrate the compatibility of CCMV-AuNRs
and CCMV-SWCNTs for potential bio-applications, cytotoxicity
studies were carried out at various concentrations of the
biohybrid materials in HeLa cells. As shown in Fig. 6a, the
cells incubated with CCMV-AuNRs revealed significantly higher
viability compared to CTAB-AuNRs and PiBMAD-AuNRs over
the tested concentration range (from 1.25 to 5 nmol L�1),
although a concentration dependent cytotoxicity was shown
for all three samples. The SWCNTs with different surface coat-
ings demonstrate similar cell viability at the various concentra-
tions studied (range from 5–50 mg mL�1) (Fig. 6b). Both
AuNRs47 and CCMV48 based nanostructures are presumed to
be taken up in HeLa cells by clathrin mediated endocytose. The
different surface chemistry of the three samples in Fig. 6a, with
CTAB-AuNRs being positive and CCMV-AuNRs only slightly
negatively charged, likely accounts for the differences in cyto-
toxicity. In the case of the SWCNT based samples the marginal
difference in cell viability might be attributed to limited uptake
of these samples by the cells. For both classes of nanomaterials,
further and more detailed studies are needed to understand the
interactions with cells. It is clear, however, that the successful
coating with capsids proteins allows for targeted modification
of the surface, for example, with proteins equipped with cell
penetrating peptides.49

Conclusions

In summary, we have demonstrated a generic strategy to
prepare viral protein-based hybrid biomaterials mediated by a
macromolecular glue that is inspired by mussel adhesives.
AuNRs and SWCNTs were selected as typical nanomaterials to
verify the concept of this macromolecular glue. Catechol mod-
ified negatively charged polymers show the capability to med-
iate the co-assembly of these nanometer-sized cargos and
CCMV capsid proteins. This strategy provides a facile and
general coating process compared with traditional methods.

In contrast to other commonly used ligands, such as,
thiolate polymers and single-strand short DNA fragments, the
feasibility of preparing PiBMAD with a diversity of other func-
tional moieties makes this polymer a promising interfacial
molecular glue for the construction of viral protein-based
hybrid nanomaterials.

Experimental
1. Material

All chemicals were purchased from Sigma-Aldrich and used as
received unless stated. Deionized water used for buffers, reactions
and dialysis media was of ultrapure quality (Milli-Q, 18.2 MO cm).

Fig. 5 TEM images of (a) SDS-SWCNTs, (b) PiBMAD-SWCNTs, and (c)
CCMV-SWCNTs.

Fig. 6 Cell cytoxicity of AuNRs and SWCNTs at various concentration. (a).
Cell viability of AuNRs at various concentration (1.25–5 nmol L�1); (b). cell
viability of SWCNTs at various concentration (5–50 mg mL�1).
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Membrane filters (Spectra/Pors regenerated cellulose tubing)
used for dialysis were purchased from Spectrum Laboratories,
Inc., USA.

2. Methods

2.1 UV-vis spectroscopy. UV-vis absorption spectra were
acquired using a PerkinElmer Lambda 850 UV-vis spectro-
meter. Samples are prepared in a 1 cm quartz glass cuvette.
Each recording cycle was performed within 44 s.

2.2 Transmission electron microscopy (TEM). TEM analy-
sis was performed using a Philips CM300 microscope operating
at 300 kV. A droplet of the samples was cast on a 200-mesh
copper grid for 2 min before the excess solvent was blotted away
using sterile paper. Samples were negatively stained by apply-
ing 5 mL 1% (w/v) uranyl acetate in MilliQ water onto the grid
for 30 s and removed afterwards.

2.3 Fast protein liquid chromatography (FPLC). FPLC ana-
lysis was performed on a GE Healthcare ÄKTApurifier TM
system equipped with a Superose 610/300 GL column from
GE Healthcare and a fractionating device. Injection of 500 mL
pre-filtered samples which are injected on a 24 mL superpose-6
column. Compound elution is monitored using a UV-vis spec-
trometer at 260 nm, 280 nm and 520 nm. Fractionation is
collected separately.

2.4 Dynamic light scattering (DLS). DLS analysis was per-
formed using a Nanotrac (Anaspec) instrument and Microtrac
FLEX Operating software with a laser wavelength of 780 nm and
a scattering angle of 901 at 25 1C. The observed size and
standard deviation of nanoparticles were calculated by taking
an average of 5 measurements.

2.5 Nuclear magnetic resonance (NMR). Proton NMR spec-
tra of polymers were recorded using a Bruker 400 MHz NMR.
Polymers were dissolved in dimethyl sulfoxide-d6 in concentra-
tions of 0.5–1.0 mg mL�1 for 1H-NMR.

2.6 Gel permeation chromatography (GPC). The polydis-
persity of PiBMA was analyzed using a Waters e2695 Separa-
tions Module equipped with Agilent PLgel 5 mm MIXED-D
300 � 7.5 mmol L�1 column. DMF was used as an eluent, with
molecular weights calibrated against linear standards of poly-
ethylene glycol (PEG).

2.7 Raman spectroscopy. Raman spectra of CNT samples
were acquired using a custom-built Raman setup containing a
647 nm laser (30 mW). Calibrations were performed against an
argon mercury light source as well as a white light source for
further corrections. 50 mL of the sample was deposited on a
glass slide and measured. From each measurement, an average
of 100 spectra was used.

2.8 Zeta potential. The zeta potential of gold nanorods
with different ligands was measured at neutral pH, 25 1C with
a Malvern Zetasizer Nano ZS ZEN3600, using a 633 nm laser.

2.9 Cytotoxicity. HeLa cells were seeded in DMEM high
glucose medium at 7.5 � 103 cells per well on 96-well plates
and incubated at 37 1C in a humidified 5% CO2 containing
atmosphere. Sample solutions were diluted in DMEM medium
to the final concentration (5, 2.5, 1.25 nmol L�1 for AuNRs
samples; 5, 10, 50 mg mL�1 for SWCNTs samples). After 24 h

incubation, 100 mL of the sample solution or medium for the
reference was added per well. The medium of the positive control
was aspirated 30 min prior to the assay and replaced by 70%
ethanol. After 24 h incubation, the medium was aspirated, and
the cells were washed with HEPES buffer twice. Subsequently,
100 mL of resazurin sodium salt (440 mmol Lol�1 L�1) in HEPES
was added and the cells were incubated for 24 h at 37 1C in a
humidified 5% CO2 containing atmosphere. The fluorescence
intensity was measured on a Tecan infinite m200 plate reader at
an excitation and emission of 560/590 nm.

3. Sample preparation

3.1. Synthesis of PiBMAD. 1 g of PiBMA was dissolved in
50 mL aqueous solution of 2 mol L�1 NaOH. The solution was
then hydrolyzed (Fig. S1a, ESI†) at 80 1C for 3 h, afterwards the
solution turned clear. After cooling to room temperature, 15 mL
of HCl (10 mol L�1) was added to precipitate PiBSA. The white,
sticky polymer was then collected by short centrifugation and
dissolved in 15 mL deionized water. In order to remove residual
reagents, the solution was dialyzed against deionized water
overnight using a 1 kD MWCO dialysis tube. The solution was
then freeze dried (Labconco FreeZone 4.5) for 48 h to obtain
250–500 mg poly(isobutylene-alt-maleic acid) (PiBSA).

100 mg PiBSA was dissolved in 5 mL dimethylformamide
(DMF) containing 1-ethyl-3-(3-dimethylaminopropyl)carbodi-
imide hydrochloride (EDC�HCl, 0.1 M) and N hydroxysuccini-
mide (NHS, 0.1 mol L�1). This mixture was stirred for 20 min.
Meanwhile, a second solution was prepared of 47.4 mg
dopamine�HCl (0.5 mol L�1) in 0.5 mL aqueous NaHCO3
(0.5 mol L�1) and Na2S2O3 (reducing agent, 0.1 mol L�1). The
mixture was then added to the organic PiBSA solution and left
to react overnight under mild magnetic stirring. The mixture
was diluted 10� using deionized water and purified by dialysis
against deionized water (1 kD MWCO dialysis tubing), refresh-
ing the medium every 3 h for at least five times. The solution
was then freeze-dried (Labconco FreeZone 4.5) for 48 h, after
which the PiBMAD powder is collected.

3.2. Encapsulation of PiBMAD by CCMV VLPs. PiBMAD
was dissolved (6.0 mg mL�1) in pH 7.2 encapsulation buffer
(50 mmol L�1 Tris, 200 mmol L�1 NaCl, 5 mmol L�1 MgCl2).
50 mL of this PiBMAD solution was added to 200 mL CP solution
(6.0 mg mL�1, also in pH 7.2 encapsulation buffer). The
mixture was gently shaken overnight at 4 1C.

3.3. Preparation of CCMV-AuNRs. When extracting AuNRs
from solution by means of centrifugation, to maximize the yield
of AuNRs, samples were centrifuged as follows: A gold nanorod
solution is centrifuged at 6000 g for 10 min. Then the pellet is
collected, and the supernatant is centrifuged again at 8000 g for
10 min. The resulting pellet is collected, and the supernatant is
again centrifuged at 10 000 g for 10 min. This is repeated once
more at 14 000 g for 10 min, resulting in a total of four pellets
after one round of centrifugation. All the centrifugation of
AuNRs was performed in this manner, unless stated differently.

The ligand exchange of CTAB-coated gold nanorods with
PiBMAD was based on general methods found in literature,50

where (poly)dopamine coatings are applied to gold nanorods.
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However, since oxidation of dopamine is undesired in our case,
pH was lowered to 7.5 and a small amount of reducing agent
(Na2S2O3) was included. Briefly, 1 mL CTAB-AuNRs (optical
density = 0.95) from stock solution was centrifuged at 20 1C.
The pellet was suspended in 2 mL Tris buffer (10 mmol L�1,
pH 7.5) containing PiBMAD (0.5–4.0 mg mL�1 or 50–400 equiv.
by weight conc.) and 5 mmol L�1 Na2S2O3. The nanorod
suspension was then ultrasonicated for 30 min to accelerate
displacement of the CTAB bilayer from the surface and subse-
quently incubated overnight at 4 1C. PiBMAD coated AuNRs
were pelleted by centrifugation at 20 1C and resuspended in
1 mL deionized water. UV-vis-NIR absorption spectra and zeta
potentials were recorded to confirm the presence of gold (SPR
peaks) and polymer respectively.

Subsequently 1 mL PiBMAD-AuNRs were centrifuged once at
20 1C. The pellets were suspended and concentrated to OD E
2–2.5 in 200 mL pH 6.8 cold encapsulation buffer (50 mmol L�1

Tris, 200 mmol L�1 NaCl and 5 mmol L�1 MgCl2). CP solution
from storage, was freshly dialyzed to cold pH 6.8 encapsulation
buffer, and diluted to a concentration of 6.0 mg mL�1. The
PiBMAD-AuNRs and CP solution were then mixed in 1 : 1
volume ratio and gently stirred overnight at 4 1C. Note that
due to the difficult purification of the nanorods after ligand
exchange, there is still free PiBMAD in the nanorod solution,
which is able to induce the formation of spherical VLPs. Hence
an excess amount of CP is applied. After encapsulation CCMV-
AuNRs were purified by FPLC. The collected fractions could be
further purified by centrifugation at 6000 g for 10 min and were
analyzed using UV-vis-NIR and TEM.

3.4. Preparation of CCMV-SWCNTs. The dispersion of car-
bon nanotubes in aqueous media is a challenging process.
Commonly used (ionic) surfactants, stated in decreasing order
of dispersion quality,51 are sodium dodecyl sulfate (SDS),
lithium dodecyl sulfate (LDS), sodium dodecylbenzene sulfo-
nate (SBDS), tetradecyl trimethyl ammounium bromide (TTAB)
and sodium cholate (SC). Dispersion generally occurs during
long periods of ultrasonication, when more and more surfac-
tant molecules are between bundled CNTs, ultimately breaking
them free.52 Dispersion results seemed very inconsistent and
the concentration ratio between SDS and dispersed CNT seem
vary between 1.25 and 2000.53 In this research, amide functio-
nalized SWCNT were used, with bundle dimensions of 4–6 �
1000 nm (commercial specifications). 0.5 mg of black SWCNT
powder was added to 1 mL aqueous SDS (10 mg mL�1). The
solution was then ultrasonicated in an ice bath for 3 h. After
sonication, the SWCNT solution was centrifuged at 16 000 g for
1 h, precipitating all undispersed and amorphous carbon. The
supernatant, containing SDS-SWCNTs was collected, and the
presence of carbon nanotubes was investigated using Raman
spectroscopy and TEM. Then 2 mg mL�1 PiBMAD solution in
pH 7.5 Tris (20 mmol L�1, 10 mmol L�1 Na2S2O3) was prepared
and added to aqueous SDS-SWCNT in a 1 : 1 vol. ratio. The
mixture was then ultrasonicated for 2–3 h and centrifuged at
16 000 g for 30 min to remove aggregated SWCNT. The super-
natant was collected and dialyzed (12–14 kD MWCO) against
two to five volumes of 300 mL pH 6.8 encapsulation buffer

(50 mmol L�1 Tris, 200 mmol L�1 NaCl, and 5 mmol L�1 MgCl2)
to remove free polymer. After dialysis, aggregated carbon
nanotubes were sonicated for 30 min for potential redispersion
and then centrifuged for 30 min at 16 000 g. Due to insufficient
removal of the polymer during dialysis, the solution was
washed at least six times using a 100 kD spin filter with pH
6.8 encapsulation buffer. The carbon nanotubes, mostly stick-
ing to the filter (around 90%), are entered back in the solution
in aggregated form by thoroughly flushing the filter with
100 mL encapsulation buffer using a pipette and could be
redispersed by 5–20 min ultrasonication. Then PiBMAD-
SWCNTs (100 mL pH 6.8 encapsulation buffer) were added to
10 mL CP (6 mg mL�1, pH 6.8 encapsulation buffer) and gently
stirred overnight at 4 1C. Excess CP was removed by washing at
least three times with deionized water using a 100 kD spin filter.

3.5. Alternative ligands. Besides our designed polymer
glue, two alternatives are proposed as templates for the
encapsulation of gold nanorods: polyDOPA (PDA)54,55 and
bis(p-sulfonatophenyl)phenylphosphine (BSPP).23

3.5.1. PolyDOPA. For the growth of PDA films on gold
nanorods, 1 mL CTAB-AuNRs from stock solution was centri-
fuged and suspended in 2 mL Tris pH 8.5 buffer containing
0.5 mg mL�1

L-DOPA. The solution was ultrasonicated for
30 min to allow for film growth, where the thickness depends
on the sonication time and concentration of L-DOPA. After
sonication, the PDA-AuNRs could not be precipitated into pellet
anymore, unless the pH of the solution was significantly
lower than the pKa of the carboxylic group (E 2.3) of
L-DOPA. Centrifugation at pH = 1.8 resulted in a pellet which
was suspended into 300 mL pH 6.8 encapsulation buffer
(50 mmol L�1 Tris, 200 mmol L�1 NaCl, 5 mmol L�1 MgCl2).
The PDA-AuNRs were then added (1 : 1 vol.) to 6.0 mg mL�1 CP
(pH 6.8 enc. buffer) and mildly stirred overnight at 4 1C.
Samples were inspected using TEM.

3.5.2. Bis(p-sulfonatophenyl)phenylphosphine (BSPP). The
capping of AuNRs by BSPP was performed according to the
method of capping spherical gold nanoparticles (AuNPs)
described by A. Liu et al. Briefly,23 1 mL AuNRs from stock
solution was centrifuged and the pellet was suspended into 2
mL aqueous BSPP (0.5–3.0 mg mL�1). The solution was mildly
stirred overnight at room temperature. BSPP-AuNRs were then
centrifuged and concentrated in 200 mL pH 6.8 encapsulation
buffer (50 mmol L�1 Tris, 200 mmol L�1 NaCl, 5 mmol L�1

MgCl2). A solution of freshly dialyzed CCMV CP into pH 6.8
encapsulation buffer was then diluted to 6 mg mL�1 and added
to the BSPP-AuNR solution in a 1 : 1 volume ratio. The solution
was then mildly stirred overnight at 4 1C. CCMV-BSPP-AuNRs
were then purified by size exclusion chromatography (FPLC),
the collected gold fractions were analyzed with TEM and UV-vis-
NIR. The CCMV coated nanorods could be concentrated by
centrifugation at 6000 g for 10 min at 4 1C and resuspension of
the pellet.

Attempts to coat SWCNTs with BSPP and PDA were made.
The coating of SWCNTs with BSPP and PDA were performed
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nearly identical to the method described previously for AuNRs.
But BSPP was added in deionized water instead of tris buffer.
For L-DOPA the following modifications were applied: a slightly
elevated pH of 8.5 and the exclusion of Na2S2O3 to facilitate
oxidation and a shorter ultrasonic treatment (1 h instead of 3 h)
to limit film growth.
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González, M. V. Villagrana-Escareño, J. R. Vega-Acosta and
J. Ruiz-Garcia, Encapsidation of Different Plasmonic Gold
Nanoparticles by the CCMV capsid proteins, Molecules,
2020, 25(11), 2628.

38 H. S. Jung, K. J. Cho, Y. Seol, Y. Takagi, A. Dittmore,
P. A. Roche and K. C. Neuman, Polydopamine encapsula-
tion of fluorescent nanodiamonds for biomedical applica-
tions, Adv. Funct. Mater., 2018, 28, 33.

39 A. Trapaidze, M. D’Antuono, P. Fratzl and M. J. Harrington,
Exploring mussel byssus fabrication with peptide-polymer
hybrids: Role of pH and metal coordination in self-assembly
and mechanics of histidine-rich domains, Eur. Polym. J.,
2018, 109, 229–236.

40 P. Hu, J. Zhang, Z. Wen and C. Zhang, Network single-walled
carbon nanotube biosensors for fast and highly sensitive
detection of proteins, Nanotechnology, 2011, 22(33), 335502.

41 P. W. Barone; E. S. Jeng; D. A. Heller and M. S. Strano,
Biosensors based on single-walled carbon nanotube near-
infrared fluorescence, John Wiley & Sons Ltd., 2007, pp.
843–854.

42 C. C. Cid, J. Riu, A. Maroto and F. X. Rius, Biosensors based
on carbon nanotube-network field-effect transistors, Meth-
ods Mol. Biol., 2010, 625, 213–225.

43 C. L. Lay, J. Liu and Y. Liu, Functionalized carbon nano-
tubes for anticancer drug delivery, Expert Rev. Med. Devices,
2011, 8(5), 561–566.

44 G. R. Dieckmann, A. B. Dalton, P. A. Johnson, J. Razal,
J. Chen, G. M. Giordano, E. Muñoz, I. H. Musselman,
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