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Control over the assembly and morphology of nanoscale functional
building blocks is of great importance to hybrid and porous nano-
materials. In this paper, by combining different types of spherical
nanoparticles with different size ratios in a hierarchical assembly
process which allows us to control the final structure of multi-
component assemblies, we discuss self-assembly of an extensive
range of supraparticles, labelled as AB particles, and an extension to
novel ternary particles, labelled as ABC particles. For supraparticles,
the organization of small nanoparticles is known to be inherently
related to the size ratio of building blocks. Therefore, we studied
the formation of supraparticles prepared by colloidal self-assembly
using small silica nanoparticles (SiO, NPs) attached on the surface
of large polystyrene latex nanoparticles (PSL NPs) with a wide size
ratio range for complete and partial coverage, by controlling
the electrostatic interactions between the organic and inorganic
nanoparticles and their concentrations. In this way hierarchically
ordered, stable supraparticles, either fully covered or partially
covered, were realized. The partially covered, stable AB supra-
particles offer the option to create ABC supraparticles of which
the fully covered shell contains two different types of nanoparticles.
This has been experimentally confirmed using iron oxide (FezO,4)
nanoparticles together with silica nanoparticles as shell particles on
polystyrene core particles. Cryo-electron tomography was used to
visualize the AB binary and ABC ternary supraparticles and to
determine the three-dimensional structural characteristics of
supraparticles formed under different conditions.
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Supraparticles composed of organic core and layer of inorganic nano-
particles are of considerable interest in academia and industry. Under the
proper process conditions, individual nanoparticles can cluster together
to form defined hybrid structures. However, understanding the precise
formation of supraparticles having different sizes and types of nano-
particles and simultaneously tuning the coverage of inorganic particles is
still a challenge due to the necessity of adjusting the interplay between
attractive and repulsive dynamic forces of nanoparticle systems. Key is
therefore to achieve full control over the interactions between nano
building blocks to precisely and simultaneously direct the nanostructure
of supraparticles. To address these challenges, we utilized smaller
spherical silica and iron and larger polystyrene latex nanoparticles with
different sizes. With the help of advanced tools such as cryo-electron
microscopy and cryo-electron tomography, the nanostructure of smaller
particles as a function of the size ratio between nano building blocks was
studied and analysed. Furthermore, cryo-TEM was used to monitor and
capture the formation of stable partially covered binary supraparticles at
different concentrations and help us to understand the formation
mechanism of binary and ternary supraparticles. Our paper provides a
design strategy to form ternary supraparticles. As the formation of
supraparticles with either binary or ternary characteristics is
fundamentally controlled by the principles of physical chemistry, the
route presented in our paper can be utilized to initiate the formation of
supraparticles for a wide range of nano building blocks with different
sizes, compositions, and shapes which eventually could be an enabler for
the next generation hybrid materials with a myriad of applications.

In the past decade tremendous progress was made in making
functional inorganic nanoparticles having a wide range of properties
including size, shape, composition, and surface chemistry. These
properties of inorganic nanoparticles are used in various areas of
science and technology, such as sensing,"” catalysis,* electronics,*”
biomedicine,® magnetics” and optics.*® Therefore, precisely
tunable morphology, composition, size, and shape of the
inorganic nanoparticles will enable the exploitation of their
tremendous potential.

The assembly of complex supraparticles, defined as building
blocks that comprise a core (nano)particle covered by smaller
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nanoparticles, from individual organic and inorganic building
blocks allow scientists to explore uncharted areas of, hopefully
enhanced, material properties and is of large interest for engineer-
ing applications.’®™* Over the last decades, a tremendous effort
has been devoted to design and produce these hybrid nano-
particles that combine well-defined geometries with a substantial
complexity and resulted in interesting morphologies and tunable
properties."*"” Furthermore, if this complexity covers both com-
positional and interfacial anisotropy, such tailor-made hybrid
nanoparticles can pave the way for structures that cannot be
obtained by simply mixing their individual elements.'®"® The
self-assembly of colloidal particles can be controlled by altering
the geometry, shape, or topology of the particles, by modifying the
attractive forces between two different types of particles, or by
confining them onto a curved surface.”

Two basic routes to attach nanoparticles to polymeric particles
have been developed, namely ex situ and in situ approaches. The
in situ approaches rely on the synthesis of nanoparticles from
inorganic precursors that assemble on preformed polymeric
particles. A myriad of hybrid nanoparticles were synthesized this
way using various polymeric particles.>®>' However, a major
drawback of this approach is that it results in wide size distribu-
tions. On the other hand, the ex situ approaches make use of the
controlled assembly of inorganic and polymeric nanoparticles
that are both preformed and it has been shown in the literature
that raspberry-like supraparticles can be obtained from binary
mixtures of oppositely charged colloids by using two different
components.”>> Almost 40 years ago Vincent et al. laid the
ground for this field of adsorption of oppositely charged small
particles onto larger particles by utilizing colloidal self-assembly
of individual nanoparticles at different electrolyte concentrations
via electrostatic interactions.”**” Ever since then electrostatic
interactions between small and larger nanoparticles have been
exploited to create binary supraparticles from inorganic and
organic nanoparticles. In one of the early examples, Dokoutchaev
et al. demonstrated the assembly of different nano-scale metallic
particles onto larger polystyrene particles, thereby providing an
excellent example of the flexibility of the colloidal self-assembly
approach to create supraparticles with different components.”®
Many other groups employed the same strategy throughout the
years by using different types of inorganic nanoparticles such as
gold,**?° silica®'**> hematite®® and silver.>* However, it is crucial
to mention that while Zanini et al. demonstrated the formation of
micrometer size supraparticles having two different sizes of silica
nanoparticles coexisting on the surface of another larger silica
particle,**"® to the best of our knowledge, no other group was
able to demonstrate the coexistence of different inorganic nano-
particles on the surface of a single core particle so far.

Assembly of small particles on a curved larger particle is a
complex and interesting phenomenon.*”° If the assembly of
(similar size) spherical particles is initiated on a flat surface,
they will pack preferably into a hexagonal arrangement, mean-
ing that these particles have in principle six nearest neighbors.
If one maps this arrangement on a sphere, it is well-known that
such a map is impossible, unless some non-six coordinations
are introduced.’”?” GCg, fullerenes***' and soccer balls** are
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typical examples of this phenomenon,** showing 12 pentagonal
and 20 hexagonal patches. Moreover, as the number of particles
on the sphere increases, additional dislocations are introduced,
which consist of pairs of 5-7 line dislocations.*® Bausch et al.
investigated very large systems by initiating the assembly of
similar sized microspheres onto an emulsion droplet.**?° They
demonstrated that with increasing size ratio indeed mainly six
coordinated centers are present with a certain number of
compensating dislocations (5-7 defects, or as they called them,
grain boundary scars).

Cryo-transmission electron microscopy (cryoTEM) and cryo-
electron tomography (cryoET) provide powerful and robust
means to visualize and characterize organic, inorganic and
hybrid nanoparticles.** These cryo-electron microscopy techniques
involve image acquisition of the sample of interest in a frozen state
which allows the visualization of different (nano)particles as they
exist in solution.*>™** Two-dimensional (2D) CryoTEM offers a
direct and relatively easy way to visualize the structural character-
istics of nanomaterials. While the structural characteristics of
hybrid nanomaterials can be assessed with 2D CryoTEM images,
a detailed and quantifiable determination of a three-dimensional
(3D) structure requires cryo-ET,**>* which involves collecting a tilt-
series of 2D projection images for a feature of interest, which can
be utilized to generate a 3D tomogram. CryoET involves tilting the
specimen through an angular range of typically —70° to +70° and
collecting a tilt series of 2D projection images from a feature (in
this context a hybrid nanoparticle) of interest. For every single
CryoTEM sample the electron dose is a crucial factor that must be
adjusted and controlled to avoid damaging the sample and failing
to do so will most likely results in losing structural details. As the
structural complexity of hybrid nanoparticles increases, it will
become even more critical to unravel the structural details. For
all these reasons, it is not hard to predict that cryo-TEM derived 2D
and 3D information will play a significant role in understanding
the fine structural details of next generation hybrid nanoparticles
with improved and specialized functionality.

We recently showed that a certain type of supraparticles
based on polystyrene and silica, called nano-raspberries, can
lead to materials with a complex hierarchy.>® Moreover, we also
demonstrated the inherent reversibility of supraparticles (dis)-
assembly by dynamically controlling the interaction forces
between the two components.*’

Here we study spherical silica and iron oxide nanoparticles
and the effect of concentrations and pH on the degree of and
the maximum coverage of larger core particles. Moreover, we
show that not only binary supraparticles (referred to as AB
particles) but also ternary supraparticles (referred to as ABC
particles) can be realized. First, for a wide range of binary
assemblies, we discuss the formation of supraparticles by
utilizing different sizes of fundamental building blocks and
effect of size ratio on the organization of small nanoparticles on
the surface of large nanoparticles. Thereafter, we take our
design strategy one step further and create ternary ABC supra-
particles for which we discuss the governing principles of the
self-assembly by benefiting from DLVO and Flory-Huggins
theories. For the ABC supraparticles, core PSL particles are first
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partially but stably covered with one type of either silica or
magnetite nanoparticles and subsequently with another type of
colloidal particles. Depending on the type of inorganic nano-
particle that was used to create partially covered supraparticles,
we used either a different size of silica or magnetite. As the
formation of supraparticles with either binary or ternary char-
acteristics is fundamentally controlled by the principles of
physical chemistry, our strategy can be exploited to create
supraparticles for a wide range of inorganic and organic nano-
particles with different sizes, compositions and shapes which
eventually could be an enabler for the next generation composite
materials with a myriad of applications. Options for applications
are, for example, their use as raw materials for obtaining materi-
als with well-controlled microstructure, for instance, controlled
porosity by removal of the polymer particles, and realizing
conducting materials by controlling their percolation behavior.

As inorganic building blocks silica nanoparticles and (com-
mercially available) iron oxide nanoparticles were used to create
either binary (AB) or ternary (ABC) supraparticles on (commercially
available) polystyrene core particles. Here we discuss the charac-
teristics of the building block particles, while in the sections
hereafter we deal with the AB and ABC supraparticle formation.

As indicated in the experimental section, silica nanoparticles
with controlled size were synthesized according to the previously
reported work by Yokoi et al.*® and Carcouét et al.”” There are
many advantages of this method, but the most important one is
the excellent control over the size of silica nanoparticles. Cryo-
TEM results indeed confirmed that the diameter of the
as-synthesized silica nanoparticles is well-controlled (Fig. S1a
and b, ESIT) and in line with the results obtained from DLS size
measurements (Fig. Slc, ESIf). As-synthesized SiO, NPs are
inherently negatively charged!” (Fig. S1d, ESIt) and therefore
one must, in order to initiate the formation of supraparticles,
modify the surface of the as-synthesized SiO, NPs, which was
achieved by reaction with functional silanes according to a
procedure reported by Pham et al.®>” After surface modification,
cryoTEM was conducted to determine any possible alterations in
the size of the SiO, NPs. The cryoTEM results indicate that
the size of SiO, NPs was not altered upon surface modification
(Fig. Sic, ESIt); however, DLS measurements show a slight
increase in hydrodynamic diameter from 24 to 27 nm, probably
due to the presence of the functional groups on the surface of
Si0, NPs>® as the contour length of APTES is 1.5 nm>*®° (Fig. S5,
ESIt). Such coverage with organic molecules having a low density
is nearly impossible to detect with cryoTEM. As the formation of
supraparticles depends on the attractive interactions between two
components, zeta potential measurements were conducted to
investigate the alterations in the surface charge of the SiO, NPs
following surface modification. For as-synthesized SiO, NPs, a
negatively charged nature is demonstrated at pH 2, while zeta
potential measurements after surface modification indicate
positively charged particles (Fig. S1d, ESIt).

The iron oxide nanoparticles (Fe;0, NPs) and other silica
nanoparticles which used to create ternary ABC supraparticles
measured to have a diameter of 29 + 0.7 nm and 11 £+ 1.1 nm,
respectively (Fig. S4, ESIT). The sizes of the iron oxide and silica
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nanoparticles are reported as mean + standard deviation of
the mean. Commercial polystyrene latex nanoparticles with
diameters of 80 nm, 100 nm, 140 nm, 170 nm and 450 nm
were characterized by employing the same methods described
above to determine the size and surface charge. While the
cryoTEM results (Fig. Sle, ESIT) indicated that the diameter of
the PSL NPs was in line with those obtained from DLS size
measurements (Fig. Sic, ESIt), zeta potential measurements
showed that PSL nanoparticles are negatively charged (Fig. S1d,
ESIT). To initiate the formation of supraparticles, the disper-
sions containing either SiO, NPs or Fe;O, NPs were gently
mixed with the PSL NPs and the pH was lowered to 2, where
either the SiO, NPs or the Fe;O, NPs can form supraparticles
with the PSL NPs due to the attractive electrostatic forces.>
CryoTEM results of the binary supraparticles created after
adsorption of SiO, NPs on the surface of PSL NPs are shown
in Fig. 1a-e.

In this section we focus on binary supraparticles with a high
surface coverage of SiO, NPs having wide size range, as can be
seen in various cryoTEM images (Fig. 1a—e). To confirm that
binary AB supraparticles are indeed three-dimensional assem-
blies, cryo-electron tomography (cryoET) was conducted. From
the cross-sectional cryoET reconstructions at different tilt
angles, it is clear that SiO, NPs are attached over the whole
surface of the PSL nanoparticles (Fig. 1f-j).

To assess how many SiO, NPs can be attached on the surface
of PSL NPs, a theoretical estimate given by Mansfield et al.®'
was employed. These authors studied, taking the radius of the
large sphere r; much larger than that of the small sphere r,, i.e.
ry > r,, how many “probe” (small) spheres on average would
become attached to a “target” (large) sphere if the process
continues until all available sites are exhausted on the surface
of the target sphere. This was done by either allowing mobility
of the small sphere over the large sphere or not, only leading to
small differences in terms of maximum coverage. As will be
elaborated on why later, we use here the result for immobile
small spheres after attachment. According to Mansfield et al.

Fig.1 CryoTEM analysis of different types of supraparticles made by
adjusting the size ratio of surface-modified silica nanoparticles and
polystyrene latex nanoparticles at pH 2. (a) Lgo/Sz4, r1/r> = 3.3, (b) L120/S51.
r/r> = 5.7, (C) Liao/Sio, r/r> = 14, (d) Li70/S10. ri/r> = 17, and () Laoo/S3o.
ri/r, = 13.3. Here L, and S,, indicates the size xx nm of the PSL NPs and
Silica NPs used and r/r; their size ratio. Scale bars: 100 nm. (f—j) Further 3D
reconstruction of a supraparticle demonstrating that a single PSL NP is fully
covered by silica NPs.

This journal is © The Royal Society of Chemistry 2022
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Fig. 2 Cross-sections at different heights in supraparticles as obtained
from cryoET reconstructions and having size ratios ri/r, = 3.3 (@—f), ri/r> =
5.6 (g—-1) and ri/r, = 18.4 (m-r) show that the PSL nanoparticles are fully
covered with SiO, NPs. Scale bars: 100 nm. Further (t) shows the supra-
particle radius versus number of attached particles, (u) demonstrates the
size ratio of large to small nanoparticles versus number of attached
particles to the surface. The encircled data point is discussed in the main
text as an example.

the mean number of the small spheres M that can be attached

is given by
- 2
M = K(—‘+ 1)
r

with the constant K = 2.187 + 0.004.°" We calculated M for
supraparticles made by using different size ratios and com-
pared the result with the experimental results obtained from
cryoET (Fig. 2, SM1-3). The above-mentioned formula is highly
sensitive to the size ratio of the individual building blocks
which is reflected in the experimental system, where, although
the nanoparticles are highly monodisperse, some average size
variation exists between batches. While in Fig. 2a-f the radius
of SiO, NPs used to form supraparticles is 12 + 0.6 nm, in
Fig. 2g-r the radius is 14 + 0.45 nm (ESIt). Although the
difference seems small, the effect is significant upon calculating
the coverage of SiO, NPs attached to the surface of PSL NPs. As
the radius of separate PSL NPs in different systems used in our
study ranged between 40 nm and 225 nm, the coverage (number
of covering nanoparticles on the surface of the core particle)
varied between 40 and 585. Upon comparing the experimental
results with the theoretical estimates, it appears that the num-
ber of SiO, NPs attached to the surface of PSL NPs as a function
of size ratio can be predicted quite accurately (Fig. 2t and u).
While different plots in Fig. 2t (green for 30 nm, blue for 25 nm,
red for 20 nm and, black for 10 nm) indicate the estimated
number of small nanoparticles on the surface of a large nano-
particle based on theoretical estimate given by Mansfield et al.,
data points (star for size ratio of 3.3, triangle for 3.9, circle for
4.04, rthombus for 5.1, pentagon for 6.0, and square for 6.07)

This journal is © The Royal Society of Chemistry 2022
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show 6 different supraparticles analysed in this study. As an
example, for the size ratio of large to small nanoparticle r;/r, =
6.07, the theory predicts that M™" = 109.3, while cryoET results
demonstrate that M®P = 107 (Fig. 2u - orange circle). The
agreement between the experimental and theoretical M-values
is also a good indicator that equilibrium was reached.

After confirming that the number of SiO, NPs attached to
the surface of the PSL NPs corresponds to maximum packing
density achievable on a spherical surface for specific size ratio, we
proceeded by analyzing the arrangements of SiO, NPs on the
surface of PSL nanoparticles. To that purpose, cryoET was con-
ducted for several AB supraparticles with different size ratios,
followed by extraction of the positional information and coordi-
nation number (CN), i.e. the number of nearest-neighbors, for all
SiO, NPs. The positions of small SiO, NPs were determined by
acquiring projection images at different angles and by combining
these different images in order to construct a set of 3-D coordi-
nates for all SiO, NPs covering a PSL NP.

Our analysis indicates that for different size ratios of small
and large nanoparticles, the SiO, NPs were arranged in differ-
ent configurations (Fig. 3). For the smaller size ratios CNs of 3,
4,5, 6,7 and 8 occurred as on a sphere there must be additional
defects,*”®* whereas for the largest size ratio only CN = 5 and
CN =7 grain boundary-like line dislocations were found. This is
in line with what was demonstrated by Bausch et al.** who
experimentally showed that owing to the curvature of the large

a "lmms
0.9+ (I 4
sl 15
ST e
074 17 _
s
< 061
o
S 0.5
ol
L 0.4
0.3
0.2
0.1 l
0.0
3.33 3.95 4.04 6 6.07 18.4
Size Ratio

Fig. 3 Organization of silica nanoparticles on the surface of polystyrene
latex nanoparticles showing the CNs as a function of size ratio ry/r; (a). For
size ratios (r1/rp) 3.33, 3.95, 4.04, 6, 6.07, and 18.4 the number of SiO, NPs
attached to the PSL NPs are 39, 54, 55, 106, 107, and 585, respectively. An
example of a hexagonally coordinated SiO, NP is shown in (b) and an
example of a seven-fold coordinated SiO, NP in (c).
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core particle, the coordination of small particles on the surface
of the large one must incorporate the topological defects.
They illustrated this phenomenon using particles with a size
between 6-24 pm and showing that as the particle size ratio
increases, point defects (CN = 3 or 4) become energetically
costly and instead linear dislocations are formed. From our
results as shown in Fig. 3, it is clear that upon increasing the
size ratio between SiO, NPs and PSL NPs, the fraction of CN =6
configurations for these systems with a few orders of magni-
tude smaller size, also increases.

In above sections by creating AB supraparticles, the
maximum number of small nanoparticles (SiO, NPs) on the
surface of a large particle (PSL NPs) were calculated and trans-
lated experimentally into particle concentrations that resulted in
full coverage. To demonstrate that varying the concentration ratio
of SiO, NPs versus PSL NPs results in incomplete coverage of the
PSL NPs, the concentration of SiO, NPs was reduced with the
results shown in Fig. 4, and Fig. S6, ESL}

The formation of supraparticles by using colloidally stable
nanoparticles can be initiated by balancing the repulsive and
attractive forces.®*®® Decoration of (large) nanoparticles with
(small) nanoparticles continues as long as attractive inter-
actions between the nanoparticles are stronger than their
repulsive counterparts.®® As an example, this phenomenon is
illustrated in Fig. 4 where a series of cryoTEM images shows the
gradual increase of surface coverage of PSL NPs with increasing
SiO, NP concentration. Varying concentrations of 30 nm SiO,
NPs were utilized to form the partially covered AB supraparti-
cles seen in Fig. 4, more specifically, number ratios of SiO, NPs
and PSL NPs adjusted to 2 (7 ul SiO, NPs/10 pl PSL NPs), 10 (33
ul SiO, NPs/10 ul PSL NPs), and 20 (65 pl SiO, NPs/10 pl PSL
NPs), respectively. While at low concentration only three SiO,
NPs were attached to the surface of one PSL NP, the surface
coverage increases with increasing concentration. To that end,
it is crucial to realize that if the attractive interactions are too
strong in the system, aggregates will be formed that eventually
result in the precipitation of macroscopic agglomerates (Fig. S6,
ESI¥).5%%7

The self-assembly of small nanoparticles on the surface of
the large nanoparticles terminates upon reaching equilibrium
between attractive and repulsive interactions.®® The electro-
static interaction between nanoparticles can be used as a tool
to regulate their self-assembly®® > as these interactions are very
sensitive to the ionic strength and pH of the solution, providing

Fig. 4 CryoTEM analysis of stepwise coverage of a single 100 nm PSL NP
with SiO, NPs with a diameter of 24 nm with increasing concentrations at
pH 2. Scale bars are 100 nm.
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possibilities to tailor their magnitude and control the formation
process. While a balance between attractive and repulsive
interactions for individual nanoparticles is a key issue, several
other important parameters, such as the concentration of the
particles in the mixture, also play a crucial role to obtain the
desired supraparticles. It is clear from Fig. 4 and Fig. S6 (ESIT)
that the formation of supraparticles has stopped due to the lack
of sufficient SiO, NPs being present in the mixture. Here the
time granted for the formation of fully covered supraparticles
was 1 week, while the attractive interaction between the SiO,
NPs and PSL NPs was optimal as pH 2 is the optimum condition
for the formation of fully covered supraparticles, as shown in
Fig. 1 and 2. In fact, as long as the pH of the system is kept at 2,
the supraparticles remain stable in the solution without form-
ing excessive agglomerates. This, in principle, allows the organic
and inorganic nanoparticles to form supraparticles and even-
tually reach the equilibrium.

As mentioned before, after landing on the surface of PSL
NPs, we assumed that a specific SiO, NP is immobile, thereby
occupying a random but fixed position on the surface. Assum-
ing mobility, one would expect a coverage of the SiO, NPs over
the PSL NP with the average nearest-neighbor distance of SiO,
NPs maximized at any degree of coverage. Examining several
partially covered supraparticles, it became clear that the
nearest-neighbor distances of SiO, NPs vary considerably. For
non-movable particles, the bonding energy should be several
times k7, where kT represents the thermal energy. For lateral
mobility on the PSL surface, on the other hand, the bonding
energy should be sufficient to keep the particles attached but
small enough allowing thermally induced motion over the
surface. In essence, a too strong attachment prevents lateral
mobility. We conclude therefore from the observed irregular
coverage that, once a SiO, NP has landed under suitable
solution conditions, the SiO, NPs are immobile. This inherent
feature of SiO, NPs is exploited to our advantage to create
supraparticles with two different types of small NPs, a type of
supraparticle which we termed ABC supraparticles.

In the light of the information that we gained for the
formation of AB supraparticles and stable partially covered AB
supraparticles, we decided to create more complex ternary ABC
supraparticles by employing iron oxide nanoparticles in addi-
tion to silica nanoparticles. Different types of small nano-
particles decorating the surface of a large nanoparticle can
pave the way for new materials with physico-chemical and
morphological properties that are tailored for specific applica-
tions. Such an example can be found in the literature where it
has been shown that two metallic nanoparticles can coexist on
the surface of a larger inorganic nanoparticle,>® however, the
lack of size control of the metallic nanoparticles due to the
ex situ approach used for their formation hampers, as indicated
in the introduction, the possibilities of having a well-controlled
coverage. Additionally, as supraparticles are normally consid-
ered to be uniform in terms of type and size of the small
nanoparticles covering the large nanoparticle, surface hetero-
geneities in terms of the size of the small nanoparticles can
play a detrimental role in reaching super hydrophobicity.”®

This journal is © The Royal Society of Chemistry 2022
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Here, by benefiting from controllable adsorption, partially
covered stable supraparticles are used to create a supraparticle
system where either two different sizes or two different types of
small nanoparticles coexist on the surface of large PSL NPs. To
achieve our goals, we initially employed five different inorganic
nanoparticle systems: 10 nm SiO,, 30 nm SiO,, 30 nm TiO,,
10 nm Fe;0,4, and 30 nm Fe;0,. After some preliminary experi-
ments, the 30 nm TiO, and 10 nm Fe;O, NPs appeared to be
unsuitable for the formation of ABC supraparticles (see Fig. S7
and S8, ESI{). We omit further discussion of these efforts and
focus on the 10 nm SiO,, 30 nm SiO, and 30 nm Fe;O, NPs.

One of the crucial parameters governing the self-assembly of
small nanoparticles on the surface of large particles is the total
surface charge of the building blocks that are utilized and
depending on the number of SiO, NPs in the system, the total
surface charge of stable partially covered supraparticles can be
adjusted. In order to create the partially covered supraparticles
with the most effective interaction range together with the most
suitable free interstitial positions on the surface, two different
partially covered supraparticles were formed and further char-
acterized via cryoTEM and DLS to determine their structural
and intrinsic properties (Fig. S9, ESI{). Considering that the
zeta potential of PSL NPs, SiO, NPs, and fully covered supra-
particles are —45 mV, +27 mV, and +23 mV, respectively, the
zeta potential of partially covered supraparticles was adjusted
by controlling the concentration of silica nanoparticles to have
a negative value as they were intended to be used as templates
for further experiments. Moreover, a delicate balance in terms
of surface potential, as reflected in the zeta potential, and the
number of small nanoparticles on the surface of partially
covered supraparticles needs to be arranged so that, while
partially covered supraparticles are negatively charged, they
should, to regulate the self-assembly of newly added NPs, still
provide sufficient electrostatic interactions and offer sufficient
interstitial empty spaces. Here, it is important to mention that,
while both partially covered supraparticles with zeta potentials
of —36 mV and —13 mV provide sufficient empty space for the
third building block (C), having finally an about equal coverage
of B and C particles, partially covered supraparticles with a zeta
potential of —13 mV are required. Nevertheless, two partially
covered supraparticle systems with zeta potentials of —36 mV
and —13 mV were prepared by altering the number of SiO, NPs
on the surface of PSL NPs (Fig. S9, ESI{), but the one having
—13 mV was chosen for further experiments for the above-
mentioned reason.

Similar characterization steps were applied to the 10 nm
SiO, and 30 nm Fe30, NPs in order to determine the size and
zeta potential of these building blocks. CryoTEM and conven-
tional dry TEM results (Fig. S4, ESIT) demonstrated that the size
distribution of 10 nm SiO, and 30 nm Fe;O, are suitable to
utilize them as building blocks for the formation of ABC
supraparticles. We initially formed partially covered suprapar-
ticles by utilizing PSL NPs (A) as core particles and by using
either 30 nm Fe;04 (B) or 30 nm SiO, NPs (B) as the first
inorganic building block. Thereafter, by taking advantage of the
remaining electrostatic attraction for newly added inorganic
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building blocks (C), 10 nm SiO, NPs were introduced to the
system.>>>®

Besides the electrostatic interactions, also the mixing ratio
of the newly added nanoparticles must be considered. The
number of newly added NPs needed to ensure dense coverage
on a core particle is estimated by calculating how many newly
added nanoparticles can be fitted into the interstitial empty
space of already partially covered supraparticles. Interestingly,
we observed a dependence on the order of addition of the 10 nm
SiO, and 30 nm SiO, NPs. The partially covered AB supraparti-
cles made by using 10 nm SiO, NPs do not allow newly added
30 nm SiO, NPs to attach to the surface of partially covered
supraparticles (Fig. S10 and S11, ESIt). Fig. S10 (ESIt) shows
that newly added 30 nm SiO, NPs remained free in the solution
and could not attach to the surface of supraparticles are marked
with red circles, while newly added 30 nm SiO, NPs of which
very few attached to the surface of supraparticles are marked
with yellow circles. Hence, we used a different approach to
create ABC supraparticles with 10 nm and 30 nm SiO, NPs.
Instead of forming partially covered supraparticles with 10 nm
SiO, NPs, we employed 30 nm SiO, NPs to form partially covered
stable supraparticles and then added 10 nm SiO, NPs. CryoTEM
results indicate that, while full surface coverage was not
achieved, a considerable amount of both size of SiO, NPs
coexisted on the core particle surface was successfully obtained
(Fig. 5, SM4-7).

Moreover, to demonstrate the versatility of our approach to
create ABC supraparticles with controlled surface topography,
we made stable partially covered supraparticles by using 30 nm
Fe;0,4 NPs instead of using SiO, NPs and thereafter initiate the
formation of dual coverage supraparticles by adding 10 nm
SiO, NPs. CryoTEM results demonstrate that partially covered
supraparticles with 30 nm Fe;O, NPs are formed successfully
(Fig. S12, ESIt). Similarly, CryoTEM indicates that by thereafter
adjusting the number of 10 nm SiO, NPs added to the system,
ABC supraparticles were formed (Fig. 6, SM8-11).

Interestingly, while 10 nm SiO, NPs kicked out the already
attached 30 nm SiO, NPs upon landing on the surface of PSL

Fig. 5 CryoTEM images of ABC supraparticles created by employing
10 nm and 30 nm SiO, NPs (a—d). Cross-sections at different heights in
two representative ABC supraparticles as obtained from cryoET recon-
structions (e—p) demonstrate that the PSL nanoparticle is covered with
different sizes of SiO, NPs. Scale bars = 100 nm.
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Fig. 6 CryoTEM images of ABC supraparticles created by employing
10 nm SiO, and 30 nm FesO4 NPs (a—d). Cross-sections at different
heights in two representative ABC supraparticles as obtained from cryoET
reconstructions (e—p) demonstrate that the PSL nanoparticle is covered
with different sizes and types of inorganic nanoparticles. Scale bars =
100 nm.

NPs, making it impossible to fully cover the surface, the same
10 nm SiO, NPs did not trigger such an effect upon landing on
the surface of partially covered PSL NPs which are created by
using 30 nm Fe;O, NPs.

At this point it is important to indicate that both enthalpic
and entropic contributions play a crucial role in reaching
equilibrium structures, in our case the supraparticles. We
consider that, regardless of their size, either 10 nm or 30 nm
SiO, NPs, these NPs have a similar surface charge values, as
reflected by their zeta potential, due to the same surface
modification method that was used to functionalize them.
Therefore, entropy rather than enthalpy plays the dominant
role in the formation of dual coverage supraparticles upon
mixing 10 and 30 nm SiO, NPs. To estimate the change of
entropy upon self-assembly, Flory-Huggins solution theory was
employed which yields for the entropy of mixing

AmixS = —nR(p4In ¢4 + @,In @) (1)

with n being the total number of the species in the system, R the
ideal gas constant and ¢ the volume fraction of the species.
Combining entropic estimates using the Flory-Huggins expres-
sion with enthalpic estimates in which the bonding energy for
supraparticles is calculated using DLVO theory, can explain this
behavior. Such an estimate indicates that the bonding energy of
the Fe;0, NPs is sufficiently large to balance the entropy change
due to SiO, NP adsorption. For a detailed calculation, see ESIL.{

Several aspects of supraparticles described in this work were
investigated previously>>>® and it is important to state that all
the experiments including cryoTEM, cryoET, size, and zeta
potential measurement were conducted anew for the current
study (for further representative cryoET results, see SM12-16).
As overlapping experiments showed very similar results, this
demonstrates the highly reproducible nature of these supra-
particles. While, as described, well-controlled supraparticles
can be realized, from a mass production point of view, our
system clearly needs further optimization to produce larger
quantities.
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Conclusions

In this paper, we discussed the formation of binary AB and
ternary ABC supraparticles by employing a wide range of
organic and inorganic nanoparticles in terms of diameters
and types. CryoTEM investigations show that AB supraparticles
can be realized with core PSL NPs with a diameter between
80 nm and 450 nm with a layer of SiO, NPs using a range of 1/2 to
1/15 to PSL NPs diameter. Comparing the coverage with theoretical
estimates, we conclude that for all systems maximum coverage was
obtained. For low size ratio, the coordination number of the SiO,
NPs on the PSL NP varies between 3 and 7, while for larger ratio
mainly 5, 6 and 7-fold coordination occurs with an increasing
fraction of 6-fold coordination. The balance between attraction
and repulsion determines the structural stability of a supraparticle:
the attraction should be strong enough to secure stability of the
shell particles on the core, while the repulsion co-determines the
spacing of the shell particles on the core. However, in the case of
attachment to a surface, the question is also whether the particles
attached are still mobile (but having sufficient attraction to keep a
particle stable) or not (having such a strong attraction so that
mobility is absent). We have provided arguments that the
particles are not mobile and if this “localization” is strong
enough, other interactions are consequently of lesser impor-
tance. In this case a regular spacing of the shell particles over
the core is not expected. Moreover, we demonstrate that cover-
age of the PSL NPs can be controlled by adjusting the concen-
tration of SiO, NPs which allows us to create partially covered
stable supraparticles. Thereafter, these partially covered stable
AB supraparticles are used to form a next level ABC suprapar-
ticles comprising a core (A) particle covered with a shell of
different (B and C) particles. We conclude that electrostatically
driven adsorption of different inorganic nanoparticles onto
partially covered supraparticles is a robust strategy to create
ternary ABC supraparticles. This extended toolbox for supra-
particle assembly, that can be customized for the design of a
wide range of different building blocks, can be employed to
advantage to create next generation materials.
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