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Di- and tri-component spinel ferrite nanocubes:
synthesis and their comparative characterization
for theranostic applicationst
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Spinel ferrite nanocubes (NCs), consisting of pure iron oxide or mixed ferrites, are largely acknowledged
for their outstanding performance in magnetic hyperthermia treatment (MHT) or magnetic resonance
imaging (MRI) applications while their magnetic particle imaging (MPI) properties, particularly for this
peculiar shape different from the conventional spherical nanoparticles (NPs), are relatively less investi-
gated. In this work, we report on a non-hydrolytic synthesis approach to prepare mixed transition metal
ferrite NCs. A series of NCs of mixed zinc-cobalt-ferrite were prepared and their magnetic theranostic
properties were compared to those of cobalt ferrite or zinc ferrite NCs of similar sizes. For each of the
nanomaterials, the synthesis parameters were adjusted to obtain NCs in the size range from 8 up to
15 nm. The chemical and structural nature of the different NCs was correlated to their magnetic pro-
perties. In particular, to evaluate magnetic losses, we compared the data obtained from calorimetric
measurements to the data measured by dynamic magnetic hysteresis obtained under alternating mag-
netic field (AMF) excitation. Cobalt-ferrite and zinc-cobalt ferrite NCs showed high specific adsorption
rate (SAR) values in aqueous solutions but their heating ability was drastically suppressed once in viscous
media even for NCs as small as 12 nm. On the other hand, non-stoichiometric zinc-ferrite NCs showed
significant but lower SAR values than the other ferrites, but these zinc-ferrite NCs preserved almost unal-
tered their heating trend in viscous environments. Also, the presence of zinc in the crystal lattice of zinc—
cobalt ferrite NCs showed increased contrast enhancement for MRI with the highest T, relaxation time
and in the MPI signal with the best point spread function and signal-to-noise ratio in comparison to the
analogue cobalt-ferrite NC. Among the different compositions investigated, non-stoichiometric zinc-
ferrite NCs can be considered the most promising material as a multifunctional theranostic platform for
MHT, MPI and MRI regardless of the media viscosity in which they will be applied, while ensuring the best
biocompatibility with respect to the cobalt ferrite NCs.

Introduction

Iron oxide nanocubes (IONCs) are promising materials in
the biomedical field."™ A clear example are magnetosomes,’
which are naturally produced liposome coated nanocrystals
(30-120 nm) of magnetite with a cubic/cuboid shape that are
often organized in chain structures. Their high chemical and
crystal purity and narrow size distribution, positively affect
their T,-relaxivity (as negative MRI contrast agents®), MPI per-
formance’ and SAR value for MHT."® Perhaps one of the main
drawbacks is their bacteria derivation, which limits their use
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in human applications due to possible immune-response reac-
tions. On the other hand, engineered IONCs that are chemi-
cally synthesized using thermal decomposition methods
display similar qualities and excellent magnetic performance

Nanoscale, 2021,13,13665-13680 | 13665


www.rsc.li/nanoscale
http://orcid.org/0000-0001-6032-3248
http://orcid.org/0000-0003-0607-0627
http://orcid.org/0000-0002-8871-3851
http://orcid.org/0000-0002-2466-6208
http://orcid.org/0000-0001-5518-1134
http://crossmark.crossref.org/dialog/?doi=10.1039/d1nr01044a&domain=pdf&date_stamp=2021-08-14
http://creativecommons.org/licenses/by/3.0/
http://creativecommons.org/licenses/by/3.0/
https://doi.org/10.1039/d1nr01044a
https://pubs.rsc.org/en/journals/journal/NR
https://pubs.rsc.org/en/journals/journal/NR?issueid=NR013032

Open Access Article. Published on 03 2021. Downloaded on 24.08.2024 5:17:34.

Thisarticleislicensed under a Creative Commons Attribution 3.0 Unported Licence.

(cc)

Paper

similar to that of magnetosomes.” Moreover, the synthetic
route offers the possibility of fine tuning the size in a large
range (from 14 to 80 nm) and the composition of the NCs.
Ferrites (such as IONPs) of the general formula MFe,0,,
display a spinel structure (both normal and inverse) where M
could be any of the divalent transition metal ions (Fe**, Co*",
Zn”*, Mn”", etc.). The spinel ferrite structure corresponds to a
face-centered cubic arrangement of oxygen atoms, with M>*
and Fe** occupying tetrahedral (A) sites and Fe®" occupying
also octahedral (B) sites. For instance, stoichiometric zinc-
ferrite (Zn-ferrite) has a spinel structure with Zn** ions occupy-
ing the A sites and Fe®" ions occupying the B sites.'®'" The
doping of iron oxide (magnetite) ferrites with other metal ions
(as Co**, Zn**, Mn*") offers an alternative way to improve the
physical properties of magnetic ferrite NPs and thus their use-
fulness in bioapplications.'” For instance, starting from Fe;0,
(magnetite), Fe** cations can be partially substituted by
divalent cations such as Co®" or Zn>* leading to Zn-ferrite and
cobalt-ferrite (Co-ferrite) NPs.'*'"'* Co-ferrite has gained
attention because of its strong magneto-crystalline anisotropy,
moderate high saturation magnetization, and high
coercivity."*'® For example, Co-ferrite NCs synthesized by non-
hydrolytic methods were proven to have higher SAR values
than IONCs prepared in aqueous media: indeed, by finely
tuning the NC size (from 15 to 27 nm) and the cobalt stoichio-
metry (from x = 0.1-0.7 in Co,Fe;_,0,) it was found that the
cobalt content governs the heating properties of the final
nanocubes.'®'” However, increasing the viscosity of the dis-
persion media reduces SAR values due to restriction of
the Brownian magnetic relaxation.'® Moreover, in an in vivo
preclinical study on Co-ferrite NCs at the primary tumor
site, the authors have shown how it is possible to exploit
the intrinsic toxicity of cobalt ions, slowly released upon NC
degradation in combination with their very mild hyperthermia
and their unique NC alignment feature under MHT as
multifunctional platforms to completely suppress tumor
growth."”?° Alternatively, the Zn-ferrite composition may be
used as a more biocompatible formulation than Co-ferrite.
The Food and Drug Administration (FDA) sets the reference
daily intake (RDI) doses for Fe and Zn at 18 and 15 mg day '
much higher than that of Co ions (5-8 pg day ').>' Spherical
non-stoichiometric Zn-ferrite NPs meaning Zn,Fe;_,O, with x
< 1, hereafter referred to with the general name of Zn-ferrite
NPs/NCs, have been extensively studied as contrast agents in
MRL>*° Despite their poor size and shape distributions,
good relaxivity values and improved detection sensitivity were
achieved.”>?” Noh et al. reported an interesting work on 18 nm
Zng 4Fe, 0, NCs exhibiting high M, (165 Am” kg™') and a
maximum SAR of 1860 W g~' under AMF excitation at a field
frequency of 500 kHz and amplitude of 37.4 kA m™."
Moreover, these NCs showed good performance as MPI
tracers.” The clear improvement of these nanocube-shaped
NPs over the previously reported spherical NPs is partially
ascribed to a higher crystallinity and partially to the less spin
canting effects occurring at the surface of the NCs with respect
to the spherical NPs.*® Beyond this work, some studies
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reported double ion substitution in spherical shaped
IONPs.?*? For instance the mixed nanoparticle formulation
Co,_,Zn,Fe,0, could improve the chemical stability, corrosion
resistivity, magneto-crystalline anisotropy, and magnetostric-
tion and magneto-optical properties.’*>> Ben Ali et al
observed a significant decrease in coercivity from 2000 Oe to
170 Oe with increasing zinc substitution in Co;_,Zn,Fe,0O,
NPs,*® which was attributed to the reduction of the magneto-
crystalline anisotropy.®”

They also reported a M; of about 61 Am” kg™ for CoFe,0,4
NPs of 11.7 nm (versus 81 Am® kg~ for bulk CoFe,0,),*® while
the introduction of zinc ions brought an increase in saturation
magnetization up to 75 Am®> kg™ for Co,,Zn, 3Fe,0,.>® This
result is also supported by the research findings of other
groups.’>*® The goal of this study is to synthesize high quality
cubic shaped NPs with tunable Co and Zn stoichiometry using
a non-hydrolytic synthetic approach. Starting with high quality
Co-ferrite NCs and by partially substituting some of the cobalt
by zinc ions, high quality zinc-cobalt mixed ferrite NCs were
obtained. By exploiting a combination of experimental para-
meters such as Schlenk line pressure during the degassing
step, volume of the reaction flask, and nitrogen flow rate, size
control of Co-ferrite NCs smaller than 15 nm and up to 8 nm
was reported; a size range that minimizes inter-particle inter-
actions while maintaining high crystallinity. By changing the
metal precursor mixture under similar reaction conditions,
zinc-cobalt mixed ferrite NC samples were also obtained and
compared to the Co-ferrite and Zn-ferrite NCs for their per-
formance in MHT, MRI, and MPI to evaluate composition-
dependent features. Finally, the cytotoxicity of Co and Zn-
ferrite NCs was also evaluated using in vitro cell viability
assays.

Results and discussion
Synthesis of cobalt ferrite NCs: control over size and shape

To synthesize ferrite NCs, the starting protocol used here
refers to a previous published procedure by our group® con-
sisting of three-steps: (1) a degassing step at 65 °C under
reduced pressure that ensures dissolution of the reagents and
guaranteed oxygen and water-free atmosphere conditions; (2) a
nanocrystal nucleation step at 200 °C under nitrogen gas; and
(3) a growth step at 300 °C under a nitrogen gas atmosphere.
We started with the protocol to obtain Co-ferrite NCs of 18 nm
in cube edge.'® For this synthesis, 0.5 mmol Co(u) acetyl-
acetonate (Co (acac),)) 1 mmol Fe(m) acetylacetonate
(Fe (acac);), 6 mmol decanoic acid (DA), 12 ml of squalane
(SQ) and 13 mL of dibenzylether (DBE) were mixed and the
three-step heat profile was applied (Fig. 1a). First, the effect of
the Schlenk line pressure during the degassing step was evalu-
ated. For a standard degassing step at 65 °C a usual
25-50 pbar is achieved leading to NCs of 18 + 4 nm average
edge size, as measured by bright field transmission electron
microscopy (BF-TEM). On the other hand, by achieving a
better vacuum with a more powerful vacuum pump, we

This journal is © The Royal Society of Chemistry 2021
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Fig. 1 Synthesis sketch and main parameters involved in the size and shape control of Co-ferrite NCs. (a) Scheme of the heating ramps with the
three main steps highlighted: the degassing (red), the nucleation (blue) and the growth (orange) of the NCs. Effect of (b) pressure achieved in the
degassing step of the reaction (25-15 pbar); (c) volume of the flask (50—-100 mL) (d) nitrogen flow (5-40-80-120 bubbles per minute). The pressure
improves the size distribution, passing from a standard deviation of +4 nm at 25 pbar to +2 nm at 15 pbar. The flask volume and the nitrogen flow
affect the nanocrystal size more enabling to obtain NCs with an edge size from 8 to 18 nm, as evidenced in the BF-TEM images below the sketches.

reached a 15 pbar pressure and a narrower NC size distribution
was obtained corresponding to 18 + 2 nm (Fig. 1a). Likely, the
presence of oxygen or moisture during the reaction may inter-
fere with the growth of the NCs and therefore a more efficient
degassing step is required for the control of the size distri-
bution. Next, having fixed the final degassing pressure at
15 pbar, the second parameter that was changed was the reac-
tion flask volume. Indeed, heat distribution in the reaction
mixture plays a key role on the NC nucleation and the growth
step, and to burst the nucleation process, a homogeneous and
fast heat transfer from the heating mantle to the reaction solu-
tion should be guaranteed. Two syntheses were run in parallel

This journal is © The Royal Society of Chemistry 2021

in which the reaction mixture volume was kept constant
(25 mL) at the same composition as described above but this
same amount was placed either in a flask of 50 mL, as usually
done, or choosing a flask with a bigger volume capacity of
100 mL. When comparing the product of the two syntheses,
Co-ferrite NCs of 12 + 1 nm were obtained upon using the
flask of 100 mL capacity, instead of the 18 + 2 nm NCs usually
obtained when using the 50 mL flask (Fig. 1b). Likely, a flask
with larger volume capacity maximizes the surface contact
between the solution and the outer heating mantle source;
hence, the heat distribution and the temperature remain more
controlled during the reaction synthesis process. This experi-
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mental set-up seems to facilitate the nucleation as smaller NCs
were obtained.

As a third parameter, we have considered the flow rate of
the nitrogen gas that is used to purge the reaction flask during
the NC synthesis. Usually, the nitrogen pressure at the inlet of
the Schlenk line is set at 2 bar and during the nucleation and
growth steps does not change but, so far, the nitrogen flow
rate has not been properly controlled. The nitrogen flow into
the reaction flask can be changed by controlling the nitrogen
bubbles per minute (b per min) observed in the oil bubbler,
positioned at the outlet of the flask (Fig. 1). In this set of reac-
tions, having set the degassing pressure to 15 pbar and the
volume flask at 100 mL, by drastically decreasing the nitrogen
flow rate from 120 b per min to 5-10 b per min, it was possible
to reduce the size of the Co-ferrite NCs from 15 nm to 8 nm
(Fig. 1c). Also, by choosing intermediate nitrogen flow rates, at
80 or 40 b per min, NCs with a mean size of 14 + 2 nm and 12
+ 1 nm were obtained, respectively. It is known that in this syn-
thesis, one of the two solvents, dibenzylether (DBE), is not
inert but it decomposes at 295 °C and especially in the pres-
ence of carboxylic acid, it generates volatile by-products (benz-
aldehyde, benzyl-alcohol and toluene), with benzaldehyde
having an important contribution to the cubic shape
control."** Here, it is likely that at a low nitrogen flow rate
(5-10 b per min), the purging of these by-product species is
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slower than that occurring upon exposure to nitrogen flow at
120 b per min, and their longer persistence in the reaction
mixture favours the nucleation of the nanocrystals and helps
the cubic shape formation during the growth step.

Synthesis of mixed ferrite NCs: control over the composition

Once having set the above crucial parameters for the synthesis
of NCs smaller than 15 nm (degassing final pressure 15 pbar,
100 mL flask and nitrogen flow at 40 b per min), we aimed at
changing the composition of the NCs from that of Co-ferrite to
others such as that of Zn-ferrites. First, the complete substi-
tution of the Co precursor with the Zn precursor led to NCs
with a marked increase in size, passing from 12 nm for the Co-
ferrite to 65 nm for that of Zn-ferrite (Fig. 2a and Fig. S17).
This is likely attributed to the slower decomposition rate of the
Zn precursor in comparison to the cobalt precursor, in the
reaction mixture.*’ Indeed, when looking at the decomposition
temperature measured by thermogravimetric analysis of Zn
(acac),, it was found that it is higher (300 °C) than that of Co
(acac), (250 °C).***

To reduce the Zn-ferrite NC size, the amount of surfactant
(DA) in the synthesis was increased from 6 to 7 mmol (corres-
ponding to a surfactant to metal Fe + Zn molar ratio of 4.7)
while keeping the rest of the precursors as in the first synthesis
attempt for Zn-ferrite (1 mmol Fe (acac),, 0.5 mmol Zn(acac),,

N, ~ 0

Metal precursors

* Dibenzylether
* Squalane
* Decanoic acid

|

Zn-ferrite

c02+
Fe3+ Zn2+

Fe3*t Zn%*

Zn-Co-ferrite

Fig. 2 BF-TEM images of mixed ferrite NCs: (a) ZngsFe, 7,04 NCs 65 + 5 nm; (b) Zng >Fe, 804 NCs 9 + 3 nm; (c) CogsFe, 504 NCs 12 + 1 nm; (d)
Zng2Fez 804 NCs 12 + 1 nm; (e) Zng 1Cop 2Fe» 704 NCs 15 + 1 nm. These NCs were prepared by using different feed ratios of Zn/Co metal precursors
[Zn(acac), and Co(acac),], (a—b—d) only Zn(acac),, (c) only Co(acac),, and (e) Zn(acac), and Co(acac),. In all synthesis the total amount of metal pre-
cursors was fixed at 1.5 mM with Fe(acac)s fixed at 1 mM. The DA surfactant was fixed at (a) 8 mmol or (b) 6 mmol or (c) 7 mmol. All the other reac-
tion parameters were identical (100 mL flask, nitrogen flow at 40 b per min). Scale bars (in black) indicate 50 nm in all images.
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13 mL of DBE and 12 mL of SQ). As expected, the increase in
surfactant promotes nucleation and the presence of more
nuclei consumes more precursors leading to smaller and well-
defined NCs of 12 + 1 nm in cube edge and with a stoichio-
metry of Zn,,Fe, ;04 (Fig. 2d).*® Moreover, in the attempt to
increase the Zn content in the NCs, the Zn precursor was
doubled (1 rather than 0.5 mmol as in the synthesis of Fig. 2d
while maintaining the same reaction conditions), but the final
Zn stoichiometry remained at 0.2 even if the NCs obtained
were very similar in terms of cube-edge size (ca. 12 nm, data
not shown). It is worth noting that when the same synthesis
was repeated by adding an even higher DA surfactant amount
(8 mmol), smaller NPs (9 + 3 nm) were obtained but being too
small, their cubic shape was not well-defined (Fig. 2b). These
first set of results suggest that the decomposition kinetics of
the Zn and Co precursors are rather different, hence, the syn-
thesis parameters for the synthesis of Zn-Co-ferrite NCs
needed to be re-adjusted.

To this aim, we set the same synthesis parameters used for
the synthesis of Co-ferrite NCs, but both Zn(u) and Co(u) acetyl-
acetonate precursors were added. For the mixed ferrites the
overall amount of cobalt metal ions (0.5 mmol) was replaced
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with the sum of Zn + Co metal precursors (0.25 mmol Zn and
0.25 mmol Co) while the iron precursor amount (1 mmol) was
kept constant. Also in this case the DA surfactant (6 mmol) to
metal precursor (iron + cobalt + zinc) molar ratio was kept to
4:1. Under these conditions NCs of 15 + 1 nm with a well-de-
fined shape and with a mixed composition (Zn, ;Co, ,Fe, ;04)
were obtained (Fig. 2e and Fig. S1t). It should also be noted
that the Zn stoichiometry obtained is well below 1 typical of
pure Zn-ferrite (ZnFe,0,) and is much lower than that of Co.
Next, to change the relative Zn to Co stoichiometry, a set of
experiments were performed by changing the starting
amounts of Zn(acac), and Co(acac), in the feeding reaction
pot, while consistently keeping the amount of Fe(acac);
(1 mmol), the DA amount (6 mmol) and the rest of the reac-
tion parameters constant. Zn-Co-ferrite NCs at different stoi-
chiometries could be obtained, however, the size of the NCs
was markedly affected, and NCs in the range from 8 to 65 nm
were obtained, depending on the precursor amounts (Fig. 3
and Fig. S2t). At an increased amount of Zn precursors in the
feeding pot, the size of the NCs tended to increase, as the Zn
precursors hindered the nucleation while promoting crystal
growth. When using an equimolar amount of Zn and Co

Co feed fraction (mmol)
05 04 03 02 1

70.-.---'-‘ f

g 3

size (nm)
3 8 8

n

©o © ©

v

00 01 02 03 04 OS5
Zn feed fraction (mmol)

Iron feed Col/Zn feed
Panel of Figure 3 concentration initial
(mmol) (mmol/mmol)
a 1 0.5/-
b 1 0.4/0.1
c 1 0.25/0.25
d 1 0.1/04
e 1 -/0.5

Col/Zn by ICP 5
. s Size
final NCs stoichiometry
(nm)
(umol/pmol)
7.5/- CogsFe, 40, 8+1
7.8/1 Zny 1CogsFe; 404 11+1
48/25 Zny 1Coq,Fe, ;0,4 15+ 1
6/5 Zny 1Cop 1Fe; 04 40+ 18
-/8 Zn, sFe, ;0, 65+5

Fig. 3 BF-TEM images of mixed Zn—-Co-ferrite NCs obtained by varying the Co/Zn feed molar ratio in the reaction mixture. Table summarizing the
Fe, Co/Zn feed ratio and the relative stoichiometry and size of the obtained NCs as measured by elemental analysis: (a) only Co precursor (no Zn),
Co/Zn at (b) 0.4 mmol/0.1 mmol, (c) 0.25 mmol/0.25 mmol and (d) 0.1 mmol/0.4 mmol. (e) Only Zn-precursor (no Co) (f) a graph summarizing the
NC size trend as a function of Co and Zn precursors. Scale bars indicate 50 nm in all images.
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(a Co:Zn feeding ratio 1:1, 0.25:0.25 mmol), the amount of Co
was double that of Zn in the final NCs as measured from
ICP-OES elemental analysis. The same trend was found for
other mixed compositions : when starting with Co: Zn feeding
ratio of 0.4:0.1 or 0.1:0.4 mmol, the Co:Zn ratio in the NCs
was 7.8:1 or 6:5 pmol, respectively.> Therefore, in all the
investigated mixed Co-Zn-ferrite NCs, the amount of Zn in the
final NCs was always lower than that of Co. These data again
confirm that the decomposition of the Co precursor is cer-
tainly faster than that of the Zn precursor, thus favouring the
incorporation of more Co than Zn into the growing mixed
ferrite NCs.***

The cation concentration for the Zn-ferrite (Zn,,Fe,0,)
and Zn-Co-ferrite (Zn,,Co,,Fe,,0,) NCs were analyzed by
energy-dispersive X-ray spectroscopy (EDS) combined with
scanning TEM mode (STEM-EDS) (Fig. 4a-j and S37). For
both samples, the average cation concentration in the NCs
measured by EDS matched very well the composition
measured via elemental analysis using ICP (Table S17).

Next, X-ray diffraction (XRD) analysis indicates that the
positions and relative intensities of all diffraction peaks
matched very well to the standard diffraction patterns for
inverse spinel Fe;O, powder (Fig. S41). Moreover, high resolu-
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tion TEM (HRTEM) analyses of individual NCs confirmed the
expected {100} faceting of the NCs and match the phase evalu-
ated from XRD analysis, with no significant changes in lattice
parameters along the NCs’ volume (Fig. S51).

The same samples were characterized to investigate their
magnetic properties, which was obtained by recording the hys-
teresis loops with finite coercive fields (H.) and the tempera-
ture dependent magnetization curves (Fig. 4k-m). The 12 =
1 nm Zn-ferrite NC (Zn,,Fe,30,) sample showed a signifi-
cantly low coercive field and high saturation magnetization at
both 300 K and 10 K, being superparamagnetic at 300 K, in
accordance with the literature.”*” The inclusion of cobalt
ions into the Zn-Co-ferrite NC of the 11 nm sample
(Zngy.1Coy sFe, 40,4) also showed superparamagnetic behaviour
at 300 K, but the H. drastically increased at 10 K (1600 kA
m™'), so other magnetic structures may have affected the
overall magnetic features. In general, such a behaviour is
ascribed to the formation of core-shell structures,'®*® which
may lead to the hypothesis that the NCs present an iron-rich
core and a Zn/Co-rich shell ferrite structure. This hypothesis
however is not fully supported by STEM-EDS elemental
mapping of the cation distribution over the NCs (Fig. 4a-j),
which does not show a clear enrichment in Zn and Co at the

XY a

Zn,,Co, ,Fe, ;0,

140 - - - . r - r
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Fig. 4 Compositional analysis by EDS and magnetization vs. applied magnetic field curves for different ferrite samples. (a and e) High-angle annular
dark-field STEM (HAADF-STEM) images of NCs for (a) ZngFe, 80,4 and (e) Zng1CogpoFe, 70,4 samples and (b—d, f—j) corresponding STEM-EDS
elemental maps for single element Fe (blue), Co (green) and Zn (red) and merged in (d, i and j) for Zng,Fe; 04 (red squared box) and Zng;
Cog2Fe, 704 (green squared box) respectively. M—H magnetization curves at 10 and 300 K for (k) Zn-ferrite NCs 12 + 1 nm; and for Zn—Co-ferrite

NCs at different sizes at 10 K (1) and 300 K (m).
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surface of the NCs. The Zn/Co surface enrichment may
however be of a few percent compared to the overall content
and therefore too low to be assessed by this technique (see
Table S1f). Moreover, in the STEM-EDS maps the Co signal
does not appear clearly localized within the NCs (Fig. 4g),
while the Zn signal is more intense within the NCs. This is
also due to the fact that the highest intensity peak of Co (K,
centered at 6.93 keV) could not be used for the maps because
of its partial overlap with the Fe K peak (centered at 7.06 keV,
see Fig. S37).

Characterization of ferrite NCs for magnetic hyperthermia,
MRI, and MPI applications

To evaluate their MHT, MRI, and MPI performance, the as-syn-
thesized ferrite NCs were transferred from chloroform to water
by using an amphiphilic polymer, poly(maleic anhydride-alt-1-
octadecene) (PMAO), and following a well-established polymer
coating procedure (see Experimental section).*® The Zn-ferrite
NCs and mixed Zn-Co-ferrite samples’ properties were com-
pared to those of Co-ferrite NCs (sample in Fig. 2) by choosing
a set of samples that had a very similar TEM NCs size (ca.
15 nm). The polymer coating protocol provided NCs well-dis-
persed in water with a monomodal hydrodynamic peak as
measured by dynamic light scattering (DLS), with a polydisper-
sity index (PDI) below 0.15 for all the samples as an indication
of their good dispersion in aqueous media (Table S27).
Indeed, the hydrodynamic intensity peaks for Co-ferrite, Zn-
ferrite and Zn-Co-ferrite NCs were centered at 32 + 12 nm (PDI
0.14), 57 + 20 nm (PDI 0.12) and 36 + 14 nm (PDI 0.13),
respectively (Table S271), indicating that the NCs have larger
hydrodynamic sizes (D) than the corresponding TEM core
size, which is in accordance with being coated with the
hydrated polymer shell in water, but still they have quite a
small size and PDI below 0.2 indicating the presence of indivi-
dually coated NCs in solution.

Ferrite NCs for MHT. To evaluate the performance of the
ferrite NCs as heating mediators for MHT, the SAR values of
the polymer coated NCs in water were evaluated by inductive
measurements using AC magnetometry to record the dynamic
hysteresis loops in the frequency range from 100 kHz up to
300 kHz, while varying the field intensity from 4 up to 24 kA
m~" (Fig. 5). For these measurements, for the different ferrites
(Co-ferrite NCs, Zn-ferrite NCs, and Zn-Co-ferrite NCs) the con-
centration of the samples in terms of the total metal amount
(Co + Fe or Zn + Fe or Zn + Co + Fe, respectively) was fixed at
2 g L. The dynamic hysteresis loop (DHL) curves (Fig. 5) and
the corresponding SAR values, calculated as SAR = A-f,°° where
A is the area of the magnetic loop and f the field frequency (i.e.
100 kHz) and under different field intensity values (from 12 to
32 kA m™), revealed that, Co-ferrite and Zn-Co-ferrite NCs
showed the highest opening of the DHL which, in turn, corres-
ponds to the highest SAR values (up to a maximum of about
300 W g~ ' at the of 24 kA m™") (Fig. 5). At a high frequency
(300 kHz), the highest SAR values recorded were those
measured by the Zn-ferrite NCs (maximum of about 500 W g*
at 24 kA m™") (Fig. S6). To mimic the biological environment,
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the dynamic hysteresis loops were also measured on NCs dis-
persed in viscous media using increasing glycerol/water mix-
tures with a gradual increase of the glycerol percentage. In this
case, the AMF was set at 100 kHz and 24 kA m™" to keep the
treatment conditions below the safe clinical limits (H:f < 5 x
10° A m~" s7').>! The DHL areas of Zn-ferrite NCs and IONCs
remained unchanged even at increased values of viscosity
(Fig. 5d and e), while those of cobalt-based ferrite NCs
decreased with increasing media viscosity, thus reducing the
heating ability (Fig. 5d and g). As such, Zn-ferrite NCs and
IONCs of 13 and 15 nm in cube edge lengths, respectively,
were not affected by viscosity changes. The Zn-ferrite NC
samples showed nearly SAR-viscosity independent behaviours
revealing that the Néel magnetic relaxation process was the
dominant mechanism over Brownian relaxation for Zn-ferrite
NCs with sizes below 15 nm. In comparison, the SAR values
drastically dropped almost to 0 at high viscosities for all the
ferrites that contained Co, even at a low fraction of Co as for
the case for the CogsFe,s0, (12 nm) and Zn,;Cog sFe; 40,
NCs (11 nm) samples. This behaviour was already observed in
a previous work but for larger Co-ferrite NCs (21 nm).'®
Moreover, likely due to the low content fraction of Zn in the
mixed Zn, 1Co, 5Fe, 40, NCs, no significant differences in the
hysteresis loop areas were observed with respect to the
CoysFe, 50, NCs. Possibly, the prevalence of Brownian relax-
ation processes on the heating mechanism rather than the
Néel contribution for the Co-based NCs determines the SAR
behaviour observed when increasing the media viscosity."®

It is worth noting that for all the aqueous samples, the SAR
data obtained by AC magnetometry measurements are fully in
accordance with the ones obtained from calorimetric measure-
ments when using similar sample volumes and field con-
ditions (Table 1 and Fig. S71). The field conditions of the
calorimetry and AC magnetometry equipment were close
enough in values but not identical according to the instrument
available (100 kHz and 16 kA m™" for the AC magnetometer
and 100 kHz and 20 kA m™" for the calorimetric device).

Ferrite NCs and their performance in MPI and MRI. The
ferrite NCs were further evaluated for their MPI and MRI
performance.>” MPI is indeed an emerging imaging technique
for which ferrite NCs have thus far been only partially
evaluated.> > Using a magnetic particle relaxometer, the NCs
were exposed to a sinusoidal magnetic field (frequency 16.8
kHz, amplitude 16 kA m™"), which mimics the field free region
(FFR) movement across the sample during an MPI experiment.
The time dependent magnetization is inductively detected by a
coil and gridded to the known instantaneous magnetic field
value to generate the point spread function (PSF).” Among the
different ferrites in water, the most symmetric curve with the
highest signal-to-noise ratio (SNR) and the narrower full-width
at half-maximum (FWHM), type of signal,>* was achieved for
the Zn-ferrite NCs, followed by the IONCs (Fig. 6a and b). Both
samples had a higher SNR signal compared to a commercial
MPI tracer (VivoTrax™): Zn-ferrite NCs and IONCs showed 3-
and 2-fold higher SNR values compared to VivoTrax™, respect-
ively (Fig. 6b). The Zn-Co ferrites had an SNR signal much

Nanoscale, 2021,13,13665-13680 | 13671


http://creativecommons.org/licenses/by/3.0/
http://creativecommons.org/licenses/by/3.0/
https://doi.org/10.1039/d1nr01044a

Thisarticleislicensed under a Creative Commons Attribution 3.0 Unported Licence.

Open Access Article. Published on 03 2021. Downloaded on 24.08.2024 5:17:34.

(cc)

Paper
a
J——water Co, Fe, :0, 12
150 O, (-] nm
—15% Glycerol 087 "25T4
100 { — 36% Glycerol
> ——60% Glycerol
¢ 501 ——280% Glycerol
~
£ 01
<
=50 -
=
-100 1
-150
3 20 40 0 10 20 3
C H [kA/m]
150 | —— Water Fe;0, 15nm
— 15% Glycerol
100 1 — 36% Glycerol
> ——60% Glycerol
¢ 50-{——80% Glycerol f
S~
NE 0 /
o y/
.50
=
-100 41
-150 1
3 20 -0 0 10 20 30
e H [kA/m]
500 1—*— Co, sFe, 0, 12nm g
—A—Zn, ,Fe, 0, 13nm
__400{—4—Fe;0, 15nm ~y
‘E” o —a—2Zn, €0, sFe, 40, 11nm W
S
2004
(/2]
100
0 T v T
& 10 20 25

15
H (kA/m)

View Article Online

Nanoscale

| = Water Zn, ,Fe, 0, 13nm
150 X ;
—— 15% Glycerol VA
100 - 36% Glycerol
> ——60% Glycerol
¢ 501 ——80% Glycerol
~
g 0
<
=50
=
-100 -
-150 -

30 20 10

0 10 20 30
d H [kA/m]

150 — Water Zn, ,Co, sFe, ,0, 11nm
—— 15% Glycerol
100 { — 36% Glycerol
> —— 60% Glycerol
¢ 50+ ——280% Glycerol
~
£ 01
<
.50+
=
-100 -
-1504

30 20 10 10 20 30

0
H [kA/m]

-

|—*—Coy,sFe, 0, 12nm Wy
—4—1Zn,,Fe, 30, 13nm g
400{—*— Fe;0, 15nm
—4—2Zn,,Co, sFe, ,0, 11nm By

SAR (W/g)

10 100
n (mPa s)

Fig. 5 AC hysteresis loop characterization and SAR graphs of different ferrite samples in water and in viscous media. Magnetic AC hysteresis loop
viscosity dependence measurements of (a) Co-ferrite NCs, (b) Zn-ferrite NCs, (c) IONCs and (d) Zn-Co-ferrite NCs under AMF (100 kHz and 24 kA
m™). The percentages of glycerol are 0-15-36-60—80% (corresponding to 0.9, 1.4, 3.5, 14 and 85.9 mPa s) in a water solution at 2 g L™* of mag-
netic elements. (e) SAR values calculated by AC magnetometry for the different water dispersed ferrite NC samples (2 g L™* of magnetic elements) of
comparable sizes at 100 kHz and 8, 16 and 24 kA m™™. (f) SAR values calculated by AC magnetometry measurements at increasing glycerol percen-
tage and thus at different media viscosity under AMF (24 kA m™) at 100 kHz. Lines are a guide to the eye. The error bars are not visible, with the stan-
dard deviation less than 2% of the measured value in most of the shown data.

lower than that of VivoTrax™ with a broad peak. On the other
hand, the Co-ferrite NCs did not show any detectable signal.
As demonstrated by Arami et al,*® for spherical iron oxide
NPs, it is likely that for NPs smaller than 15 nm the Néel relax-
ation process is the dominant mechanism determining the
MPI response and that is also the same size range of our
Zn-ferrite and IONCs (13 nm and 12 nm, respectively). For the
Co-based ferrite NCs, Brownian relaxation is the dominant
mechanism resulting in low SNR values. It is worth mention-

13672 | Nanoscale, 2021, 13, 13665-13680

ing that the differences in MPI signal observed for these
samples are in close agreement with the SAR values measured
at different viscosities for the same samples, confirming that
the most suitable samples for MPI and MHT are the ones
showing a predominant Néel relaxation magnetic reversal
process. The polymer shell and the media of the colloids may
both play an important role in the signal generation affecting
the Brownian relaxation of the NCs.””*® Indeed, the magnetic
particle signal recorded for the different as-synthesized ferrite
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Table 1 Comparison of SAR values of different aqueous ferrite samples
measured by AC magnetometry and calorimetric measurements

SAR calorimetric
measurements (W g¢”') measurements (W g™")
f: 100 kHz, H: 16 kA f: 100 kHz, H: 20 kA
Sample m™* m™

SAR magnetic

Fe;0,4 NCs, 15 nm 53+1 69 +14
Cog sFe, 504 NCs, 155+ 2 151+9
12 nm

Zn, ,Fe, 30, NCs, 68 +2 93+7
13 nm

Zny 1Cog sFe, 40,4 121+2 188 + 18
NCs, 11 nm

NCs in chloroform and therefore stabilized by DA surfactants
is higher in all the cases (Fig. S87). In particular, the Co-based
ferrite NCs showed a good signal in chloroform which was
broader but comparable in intensity with that of VivoTrax™
(Fig. S8b-d+t); the signals were drastically reduced once the DA
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stabilized-NCs were transferred into water and capped in the
polymeric shell. The same ferrites were also evaluated as MRI
contrast agents, by performing 7; and 7, relaxation time
measurements. To achieve a high efficiency as a MRI contrast
agent, it is crucial to perturb the longitudinal (T;) or transverse
(T») relaxation times (r; = 1/Ty and r, = 1/T,, respectively, and
the corresponding r,/r; ratio) of water pro