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Abstract
Background: Iron oxide nanoparticles (IONPs) have increasing applications in biomedicine, however fears over long
term stability of polymer coated particles have arisen. Gold coating IONPs results in particles of increased stability
and robustness. The unique properties of both the iron oxide (magnetic) and gold (surface plasmon resonance)
result in a multimodal platform for use as MRI contrast agents and as a nano-heater.
Results: Here we synthesize IONPs of core diameter 30 nm and gold coat using the seeding method with a poly
(ethylenimine) intermediate layer. The final particles were coated in poly(ethylene glycol) to ensure biocompatibility
and increase retention times in vivo. The particle coating was monitored using FTIR, PCS, UV–vis absorption, TEM,
and EDX. The particles appeared to have little cytotoxic effect when incubated with A375M cells. The resultant
hybrid nanoparticles (HNPs) possessed a maximal absorbance at 600 nm. After laser irradiation in agar phantom a
ΔT of 32°C was achieved after only 90 s exposure (50 μgmL-1). The HNPs appeared to decrease T2 values in line
with previously clinically used MRI contrast agent FeridexW.
Conclusions: The data highlights the potential of these HNPs as dual function MRI contrast agents and nanoheaters for therapies such as cellular hyperthermia or thermo-responsive drug delivery.
Keywords: Magnetic nanoparticles, Gold nano-shells, Magnetic resonance imaging, Surface plasmon resonance,
Multifunctional nanoparticles

Background
Iron oxide (magnetite, Fe3O4) nanoparticles (IONPs)
have been the focus of extensive investigation over the
past decade [1-3]. Fe3O4 possesses inherent magnetic
properties which are desirable for a large range of biomedical applications including cellular sorting [4], targeted drug delivery [5], tissue engineering [6] and most
commonly as magnetic resonance imaging (MRI) contrast agents [7-10]. When used as a contrast agent the
high saturation magnetism of the IONPs results in
increased transverse relaxivity [11,12]. The increased
transverse relaxivity (decreased T2 signal) is observed as
a darker area in an MRI scan [13]. Although a range of
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iron oxide nanoparticles such as FeridexW [14] and ResovistW were previously clinically approved [15], on-going
concern was placed on the long term toxicity of these
particles in vivo [16]. Hence, recently both FeridexW and
ResovistW have been withdrawn from use in humans.
Degradation of iron oxide into iron ions in physiological
environments [17] has been reported to increase free
radical production in cells causing damage which may
lead to cell death [18-20]. Commonly IONPs are coated
with organic macromolecules such as poly(acrylic acid)
(PAA) [21], dextran [22] and poly(ethylenimine) (PEI)
[23] or inorganic coatings such as silica [24], carbon [25]
or precious metals (e.g. gold or silver) [26].
Gold is both chemically stable and biocompatible [27].
Gold nanoparticles (AuNPs) have been widely acknowledged to possess unique optical properties [28]. When
nanoparticles of 10–100 nm in size are exposed to
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optical radiation, the electrons within the AuNPs
resonate causing them to absorb and scatter light [29].
This phenomenon is known as surface plasmon resonance (SPR) where the optimal resonance wavelength is
determined by the nanoparticle construct (size, shape,
surface area, surface coating etc.) [28,29]. When nanoparticles are irradiated, the SPR absorption of Au nanoparticles is followed by rapid conversion of light into
heat [28]. In biomedicine this unique property can be
exploited for applications such as photo-thermal ablation [29] and thermo-sensitive drug delivery [29]. Clinically, the optimal wavelengths for laser irradiation of
AuNPs are within the ‘biological near infrared region
(NIR, 750–1400 nm)’ [30]. Laser radiation within the
NIR window are capable of deep tissue penetration due
to the high transmission of water and haemoglobin
within these wavelengths [30], this can be exploited for
non-invasive or minimally invasive therapy. Other gold
nanostructures such as nano-shells and nano-spheres
have been reported [28], here the hollow architecture
improves SPR resulting in a stronger absorption in the
NIR region [31]. The increased absorption of gold nanoshells is a result of the interactions between the plasmon, supported by both the inner and outer surfaces of
the shell [32,33]. The physical properties of gold nanoshells are highly tuneable depending on shell thickness
and functionalization [34]. Increased shell thickness has
been shown to result in decreased absorption and hence
decreased heating [28,34].
When gold is used to coat IONPs the outer gold shell
acts as a barrier preventing core oxidation and enzymatic degradation [35]. Hybridization of IONPs with gold
results in a multimodal platform which benefits from
the unique properties of both materials [30,35]. The gold
exterior shell also provides an anchorage site for further
functionalization [30]. The ability to achieve accurate
real-time imaging complimentary to localized tissue
heating is highly advantageous for applications such as
tumour ablation and drug delivery [30,36]. Direct coating of gold nano-shells onto IONPs is often problematic
due to lack of control over physical characteristics such
as shell thickness and geometry [35]. Direct coating has
also been reported to decrease the saturation magnetisation, hence reducing the relaxivity of the IONP core and
reducing its ability to act as a MRI contrast agent [12].
These mechanisms are not well understood but may be
due to migration of gold atoms into the magnetic IONP
core [12]. Furthermore, increased shell thickness has an
unfavourable effect on longitudinal and transverse relaxivities [12].
Recently Goon and colleagues reported the fabrication
of iron oxide-gold core-shell hybrid nanoparticles
(HNPs) using a polymer intermediate separating the two
entities [27]. Addition of an organic intermediate layer
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between the IONP and gold shell is expected to prevent
gold migration into the core, increasing the saturation
magnetisation and relaxivity [12]. Gold coating of the
polymer coated IONPs is achieved by firstly attaching
gold seeds to the nanoparticle surface followed by subsequent reduction of gold onto the surface forming a
complete coat [27,37]. The seeding method allows for a
greater degree of control over shell thickness [27,37].
Here we report the synthesis and physicochemical
properties of Fe3O4-PEI-Au-PEG (HNPs). The IONP
core is firstly coated with poly(ethylenimine) (PEI, MW
750,000) which acts as an intermediate between the core
and shell. Gold coating is achieved via the seeding
method. A thiol (−SH) capped poly(ethylene glycol)
(PEG) is finally used to functionalize the gold surface.
PEG is an FDA approved polymer which is known to
disguise nanoparticles, masking them from the immune
system hence increasing blood circulation time [38].
Both chemical and biological characterization will be
carried out to determine the suitability of these particles
for biomedical use. Finally, the potential of these particles to act as multimodal platforms for use as ‘nanoheaters’ and MRI contrast agents will be demonstrated
using laser irradiation and magnetic resonance using a
1.5 T clinical MRI.

Results
Synthesis and characterization of HNPs

The Fe3O4 particles were successfully synthesized and
coated with PEI, gold and subsequently PEG. Inductively
coupled plasma – optical emission spectroscopy (ICPOES) was used to deduce the concentration based on the
total iron and gold content of the nanoparticles (NPs)
(Table 1). Fourier transform infrared spectroscopy (FTIR)
analysis of the freeze dried particles indicates that PEI attachment to the iron oxide surface had occurred. The PEI
gave rise to –NH peaks at 3300, 1700 & 1600 cm-1 and a
distinct C-N peak at 1000 cm-1 (Figure 1). The broad peak
observed at 3100 cm-1 was due to free water which was
still present in this hygroscopic polymer even after 8 h
freeze drying. After PEGylation of the gold coated polymer, a peak was observed at 2800 cm-1 which indicated
the presence of the PEG moiety due to the alkyl chain of
the polymer backbone. Additionally a small peak was
observed at 3400 cm-1 which was due to the C = O stretch
of the bonds in the PEG moiety, these findings suggested
the surface functionalization of the HNPs was successful.
The ‘naked’ Fe3O4 had a hydrodynamic radius of
1112 nm determined by photon correlation spectroscopy
(Table 1). This large value indicated that large aggregates
had formed in solution due to the inherent magnetic
properties of the IONPs. The TEM micrograph gave a
more realistic representation of the Fe3O4 size which was
approximately 30 nm (Figure 2A). PEI coating of the
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Table 1 Physicochemical properties of reaction steps in HNP formation using photon correlation spectroscopy (PCS),
zeta potential measurement and inductively coupled plasma-optical emission spectroscopy (ICP-OES)
Particle

Zeta Potential
mV ± SD

Concentration determined by Inductively Coupled Plasma –
Optical Emission Spectroscopy mgmL-1 (Average value, n = 2)

Hydrodynamic
Radius nm ± SD

Polydispersity
Index ± SD

1112 (97)

0.763 (0.104)

-16.9 (0.379)

14.5

Fe3O4-PEI

237 (2)

0.194 (0.030)

+55.6 (0.702)

13.5

Fe3O4-PEI-Auseed

309 (12)

0.363 (0.016)

+35.0 (0.115)

Fe
Fe3O4

Au
-

1.86

3.36

Fe3O4-PEI-Aucoat

132 (37)

0.792 (0.156)

-23.3 (1.950)

2.74

3.53

Fe3O4-PEI-Au-PEG

139 (71)

0.332 (0.072)

-21.7 (0.551)

2.20

3.06

nanoparticles reduced the hydrodynamic radius to
237 nm, this indicated an increase in solution stability,
and the significant decrease in polydispersity index from
0.763 to 0.194 confirmed this assumption (Table 1). The
TEM images of the Fe3O4-PEI showed a slight increase in
particle diameter to approximately 40 nm (Figure 2B).
Gold seeds were synthesised (Figure 2C) and attached
onto the Fe3O4-PEI surface by electrostatic interactions,
the resultant particles can be seen in Figure 2D & E. The
gold seeds gave rise to a unique ‘bobbly’ surface. EDX and
ICP analysis of the Fe3O4-PEI-Auseed showed the presence
of both Au and Fe (Figure 3A & Table 1), the latter of
which was not observed in the EDX spectra of the completely coated NP (Figure 3B). The gold coated HNPs can
be seen in Figure 2F, these NPs possessed a large polydispersity index of 0.792, and this value indicated that there
were a large number of size populations in solution
(Table 1). This phenomenon is perhaps due to gold agglomeration [39]. After surface functionalization with PEG
the PDI was reduced to 0.332 and the hydrodynamic

radius of the final particle was 139 nm (Table 1). We estimated by examining the TEM images that the thickness of
the gold coating was approximately 10–15 nm.
The Fe3O4 possessed a negative surface charge of
−16.9 mV determined by zeta potential measurement.
This negative value can be attributed to surface sulphate
associations from the synthesis precursors [20] (Table 1).
After PEI coating of the Fe3O4 the zeta potential
increased to +55.6 mV due to the positive amine groups
of the polymer backbone; this large increase gives good indication that coating was successful. The gold seeded and
fully coated NPs experienced a reduction in surface potential caused by the negatively charged gold atoms (+35.0
and −23.3 mV respectively) this was further reduced to
−21.7 mV after surface coating with PEG (Table 1). The
decrease in zeta potential after PEGylation can be attributed to the presence of –OH groups on the PEG coating as
previously reported [19,20].
Au NPs can absorb light and convert it into localized
heat for potential photo-thermal applications. UV-visible
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Figure 1 FTIR spectra of A) Fe3O4 (red), B) FE3O4-PEI (blue) and C) Fe3O4-PEI-Au-PEG (orange). Analysis carried out on Nicolett iS5 FTIR
with diamond tip iD5 ATR attachment (Thermo Scientific, UK). Samples were freeze dried prior to analysis and 64 scans were run.
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Figure 2 TEM images of A) Fe3O4 B) Fe3O4-PEI, C) Gold seeds, D) Fe3O4-PEI-Auseed, E) Fe3O4-PEI-Auseed (HR-TEM) and F) Fe3O4-PEI-Aucoat.

spectroscopy was used to obtain absorption spectra of
the particles (Figure 4) in order to determine the wavelength at which maximum absorbance occurred (λmax).
The λmax value is used as an indication of the wavelength at which the surface plasmon resonance effect
will be optimal. The initial scan of PEI-coated iron oxide
cores produced featureless spectra indicating an absence
of surface plasmon resonance (SPR).The gold seed solution possessed a λmax of 480 nm, this was red shifted
upon conjugation to the Fe3O4-PEI surface to 520 nm
(however this was difficult to observe at the concentration tested, 1 mgmL-1). After complete coating had been
achieved a small shift to 540 nm was observed, a further
red shift was observed after the final PEG coating had
been attached with a final λmax of 600 nm exhibited. The
red shifting occurring during each step of the synthesis
is further indication that the fabrication of HNPs had
been successful.

Biocompatibility of HNPs

Cell viability of A375M cells incubated with HNPs was
determined by Trypan blue exclusion assay (Figure 5A).
In general, the particles exhibited a dose and time responsive effect on cell viability. No significant reduction in viability was observed over the 7 day period up to 25 μgmL-1
(p > 0.05) and the HNPs did not exhibit apparent toxicity
to those cells after 5 day incubation at concentrations up
to 50 μgmL-1 (p > 0.05). After 5 day incubation with the
highest concentration of particles (100 ugmL-1) an 18-20%
decrease in viability was observed (p<0.05). These results
indicate that the HNPs did not possess a highly toxic nature. Cellular uptake of HNPs in A375M cells was imaged
by silver enhanced staining. The silver reagents become
nucleated upon contact with the gold coating of the HNPs
that were degraded by acid treatment resulting in precipitation of metallic silver viewed as a dark brown-to-black
signal under the bright field light microscope. Figure 5B1
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Figure 3 EDX analysis of particle constituents of A) Fe3O4-PEI-Auseeds and B) Fe3O4-PEI-Aucoat. Analysis carried out using a Jeol JEM 2010
with EDX ISIS analysis software.

shows fixed A375M control cells. No dark spots due to
nanoparticle presence was evident. Figure 5B2 shows cells
incubated with 50 μgmL-1 for 24 h (95% viability,
Figure 5A). A large number of dark dots over the image
indicate nanoparticle presence. These particles appear to
be mostly inside the cell or on the cell surface, as represented by those indicated by the arrows. Some particles
appear in the surrounding areas this may be due to the

adhesive nature of polymer-coated nanoparticles. Although we washed the cell cultures thoroughly before fixation and further processing we still could not achieve a
complete elimination of nanoparticles that attached to the
cell culture surface. We appreciate that this is a problem
that many studies have encountered when dealing with
cell incubation with polymer-coated nanoparticles. When
compared with the control cells, the cells incubated with

Figure 4 Representative UV–vis absorbance spectra (arbitrary units, a.u.) of nanoparticles of Fe3O4-PEI, Au seeds, Fe3O4-PEI-Auseed,
Fe3O4-PEI-Aucoat and Fe3O4-PEI-Au-PEG.
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Figure 5 Cellular interactions of HNPs with A375M cells. A) Cell viability estimated by Trypan blue exclusion assay. Cells incubated with
particles (6.25 – 100 μgmL-1) for □ 24, ■72, ■120 and ■168 h (n = 3, ±SE). Values of viability of treated cells were expressed as a percentage of
that from corresponding control cells. B) Cellular uptake of in A375M cells. Particles (50 μgmL-1) incubated for 24 h before fixation and silver
enhanced staining. Arrows indicate nanoparticles that bound to the cells (on cell membrane or inside the cells). * Denotes significant values
compared to control (p < 0.05).

HNPs appear to be of similar physiology indicating that
no morphological changes occurred upon nanoparticle
exposure.
Plasmonic hyperthermia of HNPs in response to laser
treatment

In order to investigate the potential of the HNPs as nanoheaters, suspensions of HNPs in agar were irradiated with
532 nm light emitted by a continuous wave laser. This
wavelength was chosen as it was relatively close to the
λmax value of the PEG coated HNPs (600 nm) determined
by UV spectroscopy (Figure 4). The agar phantom was
used to mimic physiological conditions. We observed a
localized heating of the sample in the region exposed to
laser radiation by thermocouple measurement. The heating in samples with no HNPs present was negligible.
To test the localization of the laser induced heating, a
second thermocouple was fixed on the edge of the phantom sample 14 mm from the laser focal point. No
temperature increase (or decrease) was recorded from
this thermocouple during laser irradiation (data not
shown). This indicated that heating only occurred in the
region exposed to the laser radiation. Indeed translation

of the sample across the laser beam qualitatively indicated the same result (data not shown). The ability to
deliver a localized treatment is desirable so that surrounding healthy tissues do not experience secondary
heating resulting in unwanted damage [28].
Figure 6A shows the change in temperature (ΔT) of the
agar gels containing the HNPs (0.4, 2, 10, 50 μgmL-1), ΔT
takes into account any temperature change in the control
sample (Equation 1 in the Methods). The gels were heated
for 20, 40 and 90 s. At concentrations of 0.4-2 μgmL-1, ΔT
was approximately 5 °C after 20 s laser irradiation; upon
longer laser exposure a small incremental time dependant
increase was observed however, this was not significant
(p > 0.05) . At 10 μgmL-1 & 50 μgmL-1 the ΔT significantly
increased upon longer laser exposure (40 s & 90 s) when
compared to 20 s irradiation. At 50 μgmL-1 the ΔT
increased significantly at all exposure times compared to
the ΔT data obtained for other concentrations (p < 0.05).
Hence, the ΔTmax (31 °C) was observed at the highest
concentration (50 μgmL-1) and longest exposure duration
(90 s).
Figure 6B shows a representation of the real time
temperature response pattern of the 50 μgmL-1 sample
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Figure 6 Effect of laser irradiation on HNPs suspended in 2% agar gels. A) Temperature change in particles (□ 0.4,■ 2, ■ 10 and ■ 50
μgmL-1) exposed to continuous green laser fixed at 532 nm (1.11 Watts, 7 mm beam focus) for 20, 40 and 90 s. ΔT was calculated as expressed
in the Equation 1 (n = 3 ± SE). B) Representative real time temperature response curves of 50 μgmL-1 particles irradiated for 20, 40 and 90s.
* Denotes significant difference compared with 20 s irradiation data and ¤ denotes significant difference of data of HNP concentration at
50 μgmL-1 compared with data of other concentrations of similar laser exposure (p < 0.05).

over the various irradiation times. The data further illustrates the time responsive nature of the heating effect.
After laser irradiation the sample exposed to the laser
for 20 s took almost 2 min to return to room
temperature, after 40 s irradiation the sample took approximately 3 min (Figure 6B). After 4 min the particles
heated for 90 s had not returned to their original
temperature. These data thus provide important information for the choice of nanoparticle concentration and
irradiation times for further studies where toxicity and
ΔT would be the key elements.
T1 & T2 MR relaxivity determined by magnetic resonance
imaging (MRI) of HNPs

Figure 7 shows the longitudinal (A) and transverse (B)
relaxation rates (1/Ti) as a function of concentration of
Fe in mM. The corresponding longitudinal and transverse relaxivities r1 and r2 were calculated from the gradient of the straight lines fitted to those data. In both

graphs the relaxation rates (1/Ti) for the sample with the
highest concentration of Fe (1.79 mM) had to be omitted as it deviated largely from the linear fit to the rest of
the data. This deviation might be explained either with
agglomeration of nanoparticles at such high concentrations or with the larger error introduced in the calculation of the T2 for that particular sample due to the
much lower signal-to-noise ratio of the MR images
obtained at longer TE.
This procedure of determination of r1 and r2 renders a
transverse relaxivity of 132.2 mM-1 s-1 (Figure 7B). This
value was similar to the relaxivity of previously clinically
used FeridexW. FeridexW is a superparamagnetic nanoparticle coated with dextran; the transverse relaxivity of
FeridexW is reportedly 133 mM-1 s-1 at 1.5 T magnetic
field strength [40]. This data suggests that the gold coating on the surface of the IONPs does not impede their
ability to act as magnetic resonance contrast agents. The
relaxivity r1 of the HNPs was calculated to be
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Figure 7 Longitudinal (A) and transverse (B) relaxation rates as a function of concentration of Fe in HNPs. The dotted line represents the
linear fit to the experimental data. The relaxivities r1 and r2 were calculated as the gradient to the straight lines fitted to the experimental data.

0.243 mM-1 s-1 (Figure 7A). This notably small r1
resulted in r1/r2 ratio of 0.0018. The reason for the small
r1 value is not fully understood; perhaps the architecture
of the HNPs may contribute to this phenomenon.

Discussion
In this study we successfully synthesized iron oxide-gold
hybrid core-shell nanoparticles. The iron oxide cores
appeared to be monodisperse and around 30 nm in size
(Figure 2A). Polymer coating was achieved using poly
(ethylenimine) confirmed with FTIR and zeta potential
measurement (Figure 1 & Table 1). Gold seeding was
achieved using 2 nm gold nanoparticles and subsequently iterative gold reduction onto the nanoparticle
surface resulted in formation of a full gold shell. Each
step in the reaction was monitored with TEM (Figure 2),
EDX analysis (Figure 3) and zeta potential measurement
(Table 1). A gold coating of 10–15 nm thickness was
achieved. However, this could be tailored in future to increase or decrease the thickness with further investigation of optimal physical properties for different purposes
[28,34]. Finally, the hybrid particles were coated with
PEG and had a hydrodynamic radius of 139 nm determined using PCS (Table 1). The red shifted UV–vis absorbance spectra also confirmed complete gold coating
with final λmax of 600 nm (Figure 4). Previous studies on
gold nano-shells have reported that the λmax can be red
shifted into the infrared region 800–1200 nm [29]. Our
particles did not appear to achieve such large shift. The
absorbance peak obtained was very broad and spanned
from 500–700 nm. The broad absorbance peak and the
lack of shift up to the infrared region are perhaps due to
the synthesis route, the presence of organic polymer
layer between the gold coat and magnetic core and the
variations in shell thickness or HNP diameter. Our
results were however, comparable with others that a

λmax between 500–600 nm was achieved [12,27,35,36].
Ongoing work is being carried out in our lab to optimize
particle parameters and external coatings in order to
achieve narrower absorbance and further red shifted
HNPs.
Cell viability assays indicated that the HNPs did not
possess high cytotoxic effect on A375M cells over 7 day
exposure (Figure 5). When compared to the cell viability
data of polymer coated iron oxide [20] this was comparable to our previous study where we showed that after
7 days incubation with 100 μgmL-1 MNP-PEI-PEG only
resulted in a 20% reduction in viability [20] (cell viability
determined on three cell lines with similar observations).
This finding indicates that the presence of the gold coating, or increased size particle diameter had little impact
on the cytotoxic profile of these particles. Reports have
suggested that gold coating protects the iron oxide core
from enzymatic degradation which may result in free
radical production [35]. Our findings provide increased
confidence for the long term in vivo effects of these
HNPs. Further stability studies and more in vitro assays
are currently under way in our lab.
Few studies have demonstrated the heating effect of
iron oxide-gold HNPs. Hirsh et al. previously developed
core-shell iron oxide-gold hybrid particles [41]. The particles were administered into tumour tissue in mice and
exposed to laser irradiation (820 nm, 4 Wcm-2, 5 mm
spot diameter, < 6 min). Their experiments showed that
irradiation of nanoshell-loaded tumours resulted in an
average temperature increase of 37.4 °C after 4–6 min
exposure. Hirsh reported that this temperature increase
was above the threshold temperature at which irreversible tissue damage occurs [41]. Upon laser irradiation at
532 nm our HNPs showed a time and concentration dependant heating effect (Figure 6). This wavelength was
outside the λmax determined by UV spectroscopy
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(600 nm), however as previously mentioned the broad
absorbance peak of the HNPs allowed that at 532 nm a
degree of absorbance and scattering was still achieved.
The data obtained hence demonstrate the potential of
the HNPs for future use as nano-heaters. To determine
the optimal heating effects for these particular particles
further irradiation at 600 nm is on-going. We found that
at the highest concentration (50 ugmL-1) and laser exposure time (90 s) the HNPs absorbed the light resulting
in a ΔT of 32 °C. This increase was significantly larger
than at the other concentrations tested (0.4, 2 & 10
ugmL-1) (p < 0.005). Our data was obtained in nanoparticles suspended in an agar phantom, whilst this was an
in vitro assay, the agar was used to mimic in vivo tissue
conditions. We appreciate that for in vivo applications,
nanoparticle concentrations of 5–10 μgmL-1 would be
much more realistic than 50 μgmL-1 [42]. The heating
effect of HNPs with particle concentrations at 5–10
μgmL-1 is now under more in-depth investigation.
Our results showed that our ‘custom made’ iron oxide
coated with gold possessed a r2 (132 mM-1 s-1) comparable with previously clinically administered FeridexW
(133 mM-1 s-1) [40]. Our data also suggests that the
HNPs also resulted in a T1 reduction resulting in r1/r2
ratio of 0.0018. Previously, it has been suggested that
gold coating of IONPs results in quenched contrast ability [12]. These results suggest that the magnetic properties of our HNPs after gold coating are in line with
clinical standards and thus have a potential use as contrast agents. These findings coupled with the laser irradiation data highlight that the unique physical properties
of the magnetic IONP and gold nano-shell (SPR) are
preserved using a polymer ‘cushion’ layer between the
core and shell. These findings along with the cell viability data indicate that our HNPs have clinical potential as
multimodal platforms for a range of biomedical applications such as image guided cellular hyperthermia or
thermo responsive drug delivery. On-going work in our
lab is currently being carried out in order to further exploit the properties of these HNPs.

Conclusions
This study demonstrates the potential of HNPs composed of an iron oxide core, poly(ethylenimine) intermediate and gold coating in controlled, highly localized
tissue heating and as MRI contrast agent. The data indicate that the presence of the polymer spacer does not
hinder the ability of the HNPs to act as multimodal platforms for use as nano-heaters and in MR imaging. More
work is needed to further tune and exploit the potential
of these hybrid structures in terms of the thickness of
the gold shell, the cellular uptake and hyperthermia and
the manipulation of laser treatment to obtain the optimal effects.
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Methods
Synthesis of HNPs

Nitrogen was bubbled through a solution of sodium hydroxide and potassium nitrate dissolved in deionised
water at 90 °C for 1 h. Iron sulphate dissolved in
sulphuric acid (0.01 M) was added to the reaction and
the mixture was stirred for 24 h at 90 °C under nitrogen.
After this time the reaction was rapidly cooled on ice
and the particles were washed 6 times with deionised
water and magnetically separated from solution. The resultant particles (500 mg) were stored at 4 °C. Fe3O4 solution (5 mL) was added to 50 mL of PEI solution (5
mgmL-1) and sonicated for 2 h. The particles were separated from free PEI in solution using a high powered
magnet and extensive washing with deionised water. The
resultant particles (500 mg) were re-suspended in 5 mL
deionised water. Deionised water (400 mL) was stirred
on ice. Chloroauric acid (HAuCl4, 4%, 375 μL) was
added to the water followed by 0.2 M sodium carbonate
(Na2CO3, 500 μL). The solution was stirred for 5 min
before addition of sodium borohydride (NaBH4, 0.5
mgmL-1, 5 mL). The solution turned a deep red colour
and was stirred for another 10 min. Fe3O4-PEI (2 mL,
20 mg) was added to the gold nano-seed solution
(90 mL) previously prepared. The solution was stirred at
room temperature for 2 h. The magnetic particles were
separated from solution and stabilised by stirring in a solution of 0.1 mgmL-1 PEI (MW 2000) for 10 min. Finally,
the particles (20 mg) were washed extensively with water
before re-suspending in 2 mL deionised water. Gold was
reduced onto the particle surface forming a complete
shell. A solution of sodium hydroxide (NaOH, 0.01 M,
110 mL) was stirred with the particle solution. To this
0.5 mL of 1% HAuCl4 was added followed by hydroxyl
amine (NH2OHHCl, 0.75 mL, 0.2 M). Four consecutive
iterative reductions were carried out by addition of 1%
HAuCl4 (0.5 mL) and 0.2 M NH2OHHCl (0.25 mL)
with 10 min intervals. The final solution was left stirring
for 0.5 h before washing in deionised water (x5) and
magnetic separation from solution. The particles were
resuspended in 10 mL deionised water. A solution of
Fe3O4-PEI-Au (2 mL) was stirred with O-[2-(3- Mercaptopropionyl amino) ethyl]-O′-methylpolyethylene glycol
(PEG-Thiol, 1 mgmL-1) for 1 h at 60 °C. The HNPs were
washed with deionised water and separated from solution using a high powered magnet. The resultant particles (5 mg) were resuspended in 5 mL deionised water.
Characterization of HNPs

The iron and gold content of the samples was determined using the inductively coupled plasma (ICP). An
acid digestion was carried out on the samples using concentrated nitric acid with heating up to 100 °C (1:1 sample:acid). A calibration was carried out using iron
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standard and gold standard solutions 0.5 – 5 mgmL-1
(R = 0.9999). The samples were diluted with deionized
water prior to analysis. A control sample of deionised
water was also run. Nanoparticle solutions in distilled
water were placed in an ultrasonic bath for 10 min before analysis. Hydrodynamic diameters and polydispersity index measurements were carried out using a
photon correlation spectrometer (PCS, Zetasizer NanoZS, Malvern Instruments, UK). All measurements were
conducted in triplicate at 25 °C and an average value
was determined. The zeta potential of the nanoparticles
solutions was then analysed to determine their surface
charge using the same instrument. Samples diluted in
deionised water were dropped onto copper grids (2 μL)
and allowed to dry at room temperature. The grids were
loaded into the TEM and directly imaged using a JEOL
1200 EX- FDL5000 microscope (Jeol, Japan). High resolution images were captured on a high resolution TEM
(HR-TEM), Jeol JEM 2010 (Jeol, Japan). EDX analysis
was collected from the HR-TEM images using Link ISIS
software. Polymer coated HNP solutions (5 mL) were
freeze dried. The resulting powder was run on the FTIR
using a diamond tipped attenuated total reflectance attachment (Nicolette iS5 with iD5 ATR, Thermo-Fisher
UK). A background scan was run with no sample
present. The samples were scanned 64 times and the
average spectra recorded. Peak absorbance of samples
was determined using a Tecan microplate reader with
integrated cuvette port (Infinite M200, Tecan). Aqueous
samples were analysed in quartz cuvettes, absorbance
scans were carried out between 300 – 700 nm.
Biological testing of HNPs

A375M human melanoma cells were cultured in RPMI
media supplemented with 10% foetal bovine serum
(FBS) and 1% penicillin streptomycin (Penstrep) (Invitrogen, UK). The cell viability after incubation with the
nanoparticles was determined via direct counting of the
viable cells. Cells were grown in 6 well plates and incubated with the magnetic nanoparticles for 24, 72, 120
and 168 h periods. After this time the cells were washed
with phosphate buffered saline (PBS) and detached from
the well using trypsin. The cells were suspended in fresh
media. Trypan blue was added to an equal volume of
cell suspension and mixed. 10 μL of trypan blue – cell
mixture was pipette into the counting chamber and
placed in the automated cell counter (CountessTM, Invitrogen, UK). The number of viable cells was recorded
and expressed as a percentage compared to total cells
(100%).
Cellular uptake of nanoparticles was observed using
silver enhanced staining. Briefly, A375M cells were
seeded into 6 well plates containing glass coverslips
(150,000 cells/well) and grown until 50-60% confluence.
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Coated magnetic nanoparticles were added to the wells
so that the final concentration was 50 ugmL-1. The cells
were incubated for 24 h, the media was removed and
cells were washed with PBS 3 times. Cells were fixed
with icy methanol for 10 min followed by treatment of
2.5% HCl (10 min). Cells were washed and treated with
LI silver enhanced staining reagents (Invitrogen, UK) for
30 min. Cells were then washed with PBS and coverslips
mounted on glass slides. The samples were imaged on a
Olympus IX71 light microscope (Olympus, UK) using
X40 magnification and Hamamatsu Orca-05 G camera
attachment (Hamamatsu, Japan).
Laser irradiation of HNPs in agar gel

HNPs were evenly dispersed in 2% agar at concentrations of 0.4, 2, 10 and 50 μgmL-1. The gels were formed
in shallow, 35 mm diameter plastic petri dishes. For exposure, the gel phantom samples at room temperature
(22 °C) were exposed to 532 nm continuous wave laser
beam emitted by a solid state laser system (Laser
Quantum, UK). The 1.1 Watt laser beam was collimated
at 7 mm diameter and passed through the centre of the
gel, hence the power density of laser irradiation on the
sample was ~2.86 Wcm-2. The real time temperature
change in the gel was monitored by a pair of thermocouples (0.076 mm diameter, T-type, PFA coated, Omega,
UK). One thermocouple was positioned at the centre of
the gel (in the laser beam) and the second at the edge. A
thermocouple logger (TC08 Pico Technology, UK) converted the voltage difference to the real-time change in
temperature. The gel samples were positioned in the
laser beam using an x,y,z translation stage (Newport,
USA) and irradiated by the beam for fixed durations of
20, 40, 90 seconds which were timed using a stopwatch.
A control sample of 2% agar was used to measure the
temperature change when no nanoparticles were
present. The temperature change in the samples was
determined as:
ΔT ¼ ðTfinal  Tinitial Þ  TΔ control

ð1Þ

Magnetic resonance imaging of HNPs

HNPs (0.05 -100 μgmL-1) were evenly dispersed 2% agar
and placed into 7 mL bijou vials (SLS, UK). The relaxivity measurements were carried out at 19 °C in a 1.5 T
clinical MRI scanner (Signa HDx, GE, USA) using GE’s
receive-only 8-channel head coil. T1 and T2 relaxation
times were determined using the Inversion Recovery
Spin-Echo (IRSE) and Spin-Echo (SE) sequences, respectively. The imaging parameters were as follows
IRSE: repetition time (TR) = 15 s; echo time
(TE) = 10 ms; acquisition matrix =128x128; field of view
(FOV) = 14 cm; band width (BW) = 15.63 kHz; number
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of excitations (NEX) 1; slice thickness = 10 mm and inversion time (TI) of 100, 200, 400, 600, 800,1000, 1200,
1400 1600, 1800, 2000, and 2200 ms. The SE parameters
were as above with TE of 10, 20, 30, 50, 100, 150, 350,
500,750, and 1000 ms. Regions of interest (ROI) were
selected in each vial over the image set and Ti (i = 1 and
2) values were calculated from the three-parameter nonlinear least squares fit of the mean signal intensities vs.
time (TI and TE respectively) data. The associated relaxivities (ri in mM-1 s-1) were obtained from the gradient
of the linear least-squares fit of the relaxation rates (Ri =
1/Ti) versus concentration of Fe (mM).
Competing interests
The authors declare that they have no competing interests.
Authors contributions
CH carried out core synthesis, characterization of HNPs, parts of cellular assay
and laser experiments, supervision of YM and wrote the manuscript. YM
carried gold coating and pegylation, cellular assays, sample preparation for
laser and MRI experiments, part of laser experiments. MG carried out MRI
analysis. CM and AV carried out the laser experiments and AV also involved
partially in MRI analysis. PP and ZW were involved in the design and advice
of laser treatments, temperature monitoring and hyperthermal application.
LW supervised the work and corrected the manuscript. AM and AC were
scientific advisors and provided essential facilities and advice, and edited the
manuscript. All authors read and approved the final manuscript.
Acknowledgements
This work was financially supported by the NanoSci-E + Consortium and the
Engineering and Physical Sciences Research Council (EPSRC) UK
(EP/H007040/1). All TEM images were carried out by Mr John James in
College of Life Sciences, University of Dundee. HR-TEM imaging was
performed in School of Chemistry, University of St Andrews supported by
Professor Wuzong Zhou. ICP studies were carried out in School of Pharmacy
and Life Sciences, Robert Gordon University, Aberdeen. Photon Correlation
spectroscopy and zeta potential measurements were carried out in Dr Pascal
Andre’s lab in School of Physics and Astronomy, University of St. Andrews.
All laser treatments were carried out in Dr David McGloin’s lab in
Department of Electronic Engineering and Physics, University of Dundee. We
also wish to thank Dr Graham Berry for his valuable support and advice for
the study.
Author details
Institute for Medical Science and Technology (IMSaT), University of Dundee,
Wilson House, 1 Wurzburg Loan, Dundee DD2 1FD, UK. 2Division of
Electronic Engineering and Physics, University of Dundee, Nethergate,
Dundee DD1 4HN, UK.
1

Page 11 of 12

5.
6.

7.

8.

9.

10.
11.

12.

13.

14.

15.

16.

17.
18.

19.

20.

21.
Received: 9 February 2012 Accepted: 6 June 2012
Published: 25 June 2012
22.
References
1. Wang YXJ, Hussain SM, Krestin GP: Superparamagnetic iron oxide contrast
agents: physiochemical characteristics and applications in MR imaging.
Eur Radiol 2001, 11:2319–2684.
2. Neuberger T, Schöpf B, Hofmann H, Hofmann M, von Rechenberg BL:
Superparamagnetic nanoparticles for biomedical applications:
Possibilities and limitations of a new drug delivery system. J Magn Magn
Mater 2005, 293:483–496.
3. Yallapu MM, Othman SF, Curtis ET, Gupta BK, Jaggi M, Chauhan SC: Multifunctional magnetic nanoparticles for magnetic resonance imaging and
cancer therapy. Biomaterials 2011, 32:1890–1905.
4. Matsunaga T, Takahashi M, Yoshino T, Kuhara M, Takeyama H: Magnetic
separation of CD14+ cells using antibody binding with protein A
expressed in bacterial magnetic particles for generating dendritic cells.
Biochem Bioph Res Co 2006, 350:1019–1025.

23.

24.

25.

26.

Misra RDK: Magnetic nanoparticles carrier for targeted drug delivery:
perspective, outlook and design. Mater Sci Tech Ser 2008, 24:1011–1019.
Ito A, Takizawa Y, Honda H, Hata K, Kagami H, Ueda M, Kobayashi T: Tissue
engineering using magnetite nanoparticles and magnetic force:
heterotypic layers of cocultured hepatocytes and endothelial cells. Tissue
Eng 2004, 10:833–840.
Nitin N, LaConte LEW, Zurkiya O, Hu X, Bao G: Functionalization and
peptide-based delivery of magnetic nanoparticles as an intracellular MRI
contrast agent. J Biol Inorg Chem 2004, 9:706–712.
Kim EH, Lee HK, Kwak BK, Kim B-K: Synthesis of ferrofluid with magnetic
nanoparticles by sonochemical method for MRI contrast agent. J Magn
Magn Mater 2005, 289:328–330.
Corr SA, Byrne SJ, Tekoriute R, Meledandri CJ, Brougham DF, Lynch M, Kerskens
C, O’Dwyer L, Gun’ko YK: Linear assemblies of magnetic nanoparticles as
MRI contrast agents. J Am Chem Soc 2008, 130:4214–4215.
Berry CC, Curtis ASG: Functionalization of magnetic nanoparticles for
applications in biomedicine. J Phys D: Appl Phys 2003, 36:R198–R206.
Che D-X, Sun N, Huang Z-J, Cheng C-M, Xu H, Gu H-C: Experimental study
on T2 relaxation time of protons in water suspensions or iron-oxide
nanoparticles: Effects of polymer coating thickness and over-low 1/T2.
J Magn Magn Mater 2010, 322:548–556.
Smolensky ED, Neary MC, Zhou Y, Berquo TS, Pierre VC:
Fe3O4@organic@Au: core-shell nanocomposites with high saturation
magnetisation as magnetoplasmonic MRI contrast agents. Chem
Commun 2011, 47:2149–2151.
Figuerola A, Di Corato R, Manna L, Pelligrino T: From iron oxide
nanoparticles towards advanced iron-based inorganic materials
designed for biomedical applications. Pharmacol Res 2010, 62:126–142.
Ke YQ, Hu CC JXD, Yang ZJ, Zhang HW, Ji HM, Zhou LY, Cai YQ, Qin LS, Xu
RX: In vivo magnetic resonance tracking of Feridex-labeled bone
marrow-derived neural stem cells after autologous transplantation in
rhesus monkey. J Neurosci Meth 2009, 179:45–50.
Reimer P, Balzer T: Ferucarbotran (Resovist): a new clinically approved
RES-specific contrast agent for contrast-enhanced MRI of the liver:
properties, clinical development and applications. Eur Radiol 2003,
13:1266–1276.
Fadeel B, Garcia-Bennett AE: Better safe than sorry: Understanding the
toxicological properties of inorganic nanoparticles manufactured for
biomedical applications. Adv Drug Deliver Rev 2010, 62:362–374.
Shuayev VI, Pisanic TR, Jun S: Magnetic nanoparticles for theragnostics.
Adv Drug Deliver Rev 2009, 61:467–477.
Minotti G, Aust SD: The requirement for Iron(III) in the initiation of lipid
peroxidation by Iron(II) and hydrogen peroxide. J Biol Chem 1987,
262:1098–1104.
Hoskins C, Wang L, Cheng WP, Cuschieri A: Dilemmas in the reliable
estimation of the in-vitro cell viability in magnetic nanoparticle
engineering: which tests and what protocols? Nanoscale Res Letts 2012,
7:77. doi:10.1186/1556-276X-7-77.
Hoskins C, Cuschieri A, Wang L: Cytotoxicity of polycationic iron oxide
nanoparticles: Common endpoint assays and alternative approaches for
improved understanding of cellular response mechanism.
J Nanobiotechnol 2012, 10:15. doi:10.1186/1477-3155-10-15.
Mak SY, Chen DH: Binding and sulfonation of poly(acrylic acid) on iron
oxide nanoparticles: a novel, magnetic, strong acid cation nanoadsorbent. Macromol Rapid Comm 2005, 26:1567–1571.
Hong RY, Feng B, Chen LL, Liu GH, Li HZ, Zheng Y, Wei DG: Synthesis,
characterization and MRI application of dextran-coated Fe3O4 magnetic
nanoparticles. Biochem Eng J 2008, 42:290–300.
Wang X, Zhou L, Ma Y, Li X, Gu H: Control of aggregation size of
polyethyleneimine-coated magnetic nanoparticles for magnetofection.
Nano Res 2009, 2:365–372.
Santra S, Tapec C, Theodoropoulou N, Dobson J, Hebard A, Tan W:
Synthesis and characterization of silica-coated iron oxide nanoparticles
in microemulsion: The effect of non-ionic surfactants. Langmuir 2001,
17:2900–2906.
Lu A-H, Salabas EL, Schüth F: Magnetic nanoparticles: synthesis,
protection, funstionalization and application. Angew Chem Int Ed 2007,
46:1222–1244.
Mandal M, Kundu S, Ghosh SK, Panigrahi S, Sau TK, Yusuf SM, Pal T:
Magnetite nanoparticles with tunable gold or silver shell. J Colloid
Interface Sci 2005, 286:187–194.

Hoskins et al. Journal of Nanobiotechnology 2012, 10:27
http://www.jnanobiotechnology.com/content/10/1/27

Page 12 of 12

27. Goon IY, Lai LMH, Lim M, Munroe P, Gooding JJ, Amal R: Fabrication and
dispersion of gold shell-protected magnetite nanoparticles: systematic
control using polyethylenimine. Chem Mater 2009, 21:673–681.
28. Zijlstra P, Orrit M: Single metal nanoparticles: optical detection,
spectroscopy and applications. Rep Prog Phys 2011, 74:106401–106456.
29. Pissuwan D, Valenzueka SM, Cortie MB: Therapeutic possibilities of
plasmonically heated gold nanoparticles. Trends Biotechnol 2006,
24:62–67.
30. Huang C, Jiang J, Muangphat C, Sun X, Hao Y: Trapping iron oxide into
hollow gold nanoparticles. Nanoscale Res Lett 2011, 6:1–5.
31. Yavuz MS, Cheng Y, Chen J, Cobley CM, Zhang Q, Rycenga M, Xie J, Kim C,
Song KH, Schwartz AG, Wang LV, Xia Y: Gold nanocages covered by smart
polymers for controlled release with near-infrared light. Nat Materials
2009, 8:935–939.
32. Prodan E, Radloff C, Halas NJ, Nordlander PA: Hybridization model for the
plasmon response of complex nanostructures. Science 2003, 302:419–422.
33. Wang H, Brandl DW, Nordlander P, Halas NJ: Plasmonic nanostructures:
artificial molecules. Acc Chem Res 2007, 40:53–62.
34. Hirsch LR, Gobin AM, Lowery AM, Tam F, Drezek RA, Halas NJ, West L: Metal
nanoshells. Ann Biomed Eng 2006, 34:15–22.
35. Wang L, Luo J, Fan Q, Suzuki M, Suzuki IS, Engelhard MH, Lin Y, Kim N,
Wang JQ, Zhong C-J: Monodispersed core-shell Fe3O4@Au nanoparticles.
J Phys Chem B 2005, 109:21593–21601.
36. Wang L, Luo J, Maye MM, Fan Q, Rendeng Q, Englehard MH, Wang C, Lin Y,
Zhong C-J: Iron oxide-gold core-shell nanoparticles and thin film
assembly. J Mater Chem 2005, 15:1821–1832.
37. Zhang Q, Ge J, Goebl J, Hu Y, Sun Y, Yin Y: Tailored synthesis of
superparamagnetic gold nanoshells with tunable optical properties. Adv
Mater 2010, 22:1905–1909.
38. Liang M, Lin IC, Whittaker MR, Minchin RF, Monteiro MJ, Toth I: Cellular
uptake of densely packed polymer coatings on gold nanoparticles. ACS
Nano 2010, 4:403–413.
39. Gosens I, Post JA, de la Fonteyne LJJ, Jansen EHJM, Geus JW, Cassee FR, de
Jong WH: Impact of agglomeration state of nano-and submicron sized
gold particles on pulmonary inflammation. Part Fibre Toxicol 2010,
7:37–47.
40. Lee N, Kim H, Choi SH, Park M, Kim D, Kim H-C, Choi Y, Lin S, Kim BH, Jung
HS, Kim H, Park KS, Moon WK, Hyeon T: Magnetosome-like ferromagnetic
iron oxide nanocubes for highly sensitive MRI of single cells and
transplanted pancreatic isltets. Proc Natl Acad Sci USA 2011,
108:2662–2667.
41. Hirsch LR, Stafford RJ, Bankson JA, Sershen SR, Rivera B, Price RE, Haxle JD,
Halas NJ, West JL: Nanoshell-medicated near-infrared thermal therapy of
tumors under magnetic resonance guidance. Proc Natl Acad Sci USA 2003,
100:13549–13554.
42. Pankhurst QA, Connolly J, Jones SK: Application of magnetic nanoparticles
in biomedicine. J Phys D: Appl Phys 2003, 36:167–181.
doi:10.1186/1477-3155-10-27
Cite this article as: Hoskins et al.: Hybrid gold-iron oxide nanoparticles
as a multifunctional platform for biomedical application. Journal of
Nanobiotechnology 2012 10:27.

Submit your next manuscript to BioMed Central
and take full advantage of:
• Convenient online submission
• Thorough peer review
• No space constraints or color ﬁgure charges
• Immediate publication on acceptance
• Inclusion in PubMed, CAS, Scopus and Google Scholar
• Research which is freely available for redistribution
Submit your manuscript at
www.biomedcentral.com/submit

