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Au coated Ni nanowires with tuneable dimensions for
biomedical applications†

Kirsten M. Pondman,a A. Wouter Maijenburg,b F. Burcu Celikkol,c Ansar A. Pathan,d

Uday Kishore,d Bennie ten Hakena and Johan E. ten Elshof*b

Due to their shape anisotropy, high aspect ratio magnetic nanoparticles offer many advantages in

biomedical applications. For biocompatibility, it is essential to have full control over the dimensions and

surface chemistry of the particles. The aim of this study was to synthesize biocompatible nanowires with

tuneable dimensions. This was achieved by electrodeposition of Ni in polycarbonate membranes. To

ensure biocompatibility, a continuous gold coating was deposited onto the Ni wires by a newly

developed electroless deposition method. The coating was analysed using electron microscopy and X-ray

diffraction. Magnetic properties, anisotropy and Au film thickness were studied using vibrating sample

magnetometry. After biofunctionalization, no significant cytotoxic effects were found in studies involving

a diverse range of primary and tumour cells exposed to increasing concentrations of nanowires for up to

7 days. These nanowires may thus be used for in vivo applications such as magnetic drug delivery.
Introduction

Magnetic nanoparticles offer attractive possibilities in
biomedicine, e.g. in magnetic separation, therapeutic drug,
gene and radionuclide delivery, and hyperthermia, and as
contrast agents in magnetic resonance imaging.1 To date, the
majority of magnetic nanoparticles used are spherical, con-
sisting of one or multiple magnetic cores with a biocompatible
coating and active ligands. Within biomedicine, magnetic
nanowires are receiving growing attention.2–6 Due to their
elongated shape and anisotropic physical properties, these
particles interact very differently with tissues, cells and
biomolecules.3,7–9 Due to their increased surface to volume ratio,
more drugs and ligands can be bound for drug delivery or
immunoassays. While the small diameter of nanowires makes it
possible for the particles to pass through the narrow capillaries,
the large remanent magnetization increases the range and
effectiveness of magnetic interactions at a distance from
external magnets. This allows not only magnetic drug targeting
at locations deeper inside the body4 and cell guidance,10 but also
increases the effectiveness of cell separation signicantly.6,9,11,12

Nanowires, with lengths matching the cell diameter, have
previously been shown to outperform magnetic beads for cell
of Twente, Enschede, The Netherlands

itute for nanotechnology, University of

: j.e.tenelshof@utwente.nl

of Twente, Enschede, The Netherlands

sease Mechanisms, Biosciences, Brunel

ESI) available: Control cell microscopy
DOI: 10.1039/c3tb20808g

Chemistry 2013
separation, highlighting the importance of the dimensions of
the nanowires.9,11 Whereas spherical particles only respond to
magnetic ux gradients, high aspect ratio particles allow the
application of torque with a relatively weak external eld to
perform dynamic targeted cell therapy.13 The torque can also be
used to align the nanowires, and aer their uptake by cells, it
allows for the spatial organization of cells.3,12

Most research on elongated nanoparticles was performed
with carbon nanotubes. This research showed that elongated
particles are capable of entering cells by penetration, allowing
for direct access to the cytosol without the need for endosome
escape strategies.7,14,15

Several chemical methods to synthesize elongated nano-
particles can be found in the literature (Fig. 1).16

Templated electrodeposition has several advantages in this
application, including ease of fabrication, reproducibility, and
low cost. Nanowires made by this method are always
Fig. 1 (A) Size reduction of a 1D-microstructure; (B) (self)assembly of spherical
nanostructures; (C) spontaneous synthesis by dictation by the anisotropic crys-
tallographic structure of a solid; (D) kinetic control by a capping reagent; (E)
confinement by a liquid droplet in a vapor–liquid–solid procedure; (F) direction
through the use of a template.
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continuous since any breakage would halt the growth of the
nanowires. Depending on the template and deposition time
used, nanowires can be made with nanometer to micrometer
dimensions, spanning several relevant biological length scales.
Various magnetic metals such as iron (Fe), cobalt (Co) and
nickel (Ni), and their alloys have been used to form nanowires
inside the pores of silica, anodized alumina, or polycarbonate
membranes.17–20

Having full control over the dimensions of nanowires is
essential for biomedical applications. Previous research on
asbestos and carbon nanotubes has suggested that cytotoxicity
is highly dependent on aspect ratio. Long nanowires have been
associated with inammation, brosis and malignant meso-
thelioma and are likely to generate reactive oxygen species that
can cause DNA damage and cell death.21 Unfortunately, most
proposed nanowires8,9,22 are larger than cells, leaving the wires
to protrude from the cells, thereby reducing the viability of the
cells. Particles longer than 5 mm cannot be considered as “safe”
in terms of uptake and clearance by macrophages and possibly
induce inammation and carcinogenic effects.23 A length below
5 mm will also make it possible for the nanowires to ow
through the curvy capillaries allowing for local drug delivery.

In addition to dimensional restrictions, the materials and
surface chemistry of the particles should be biocompatible and
stable during use. Fe is oen considered the most advantageous
option, but due to the ease of oxidation of Fe, Ni is oen
preferred as a magnetic phase for nanowires. Although Ni is a
naturally occurring transition material and an essential
nutrient,24 there are indications that Ni may be a carcinogen
and induce apoptosis.25–27 Studies on the toxicity of Ni wires are
divided; some studies indicate no toxicity of Ni nanowires at low
concentrations, and the need for long term exposure to act as
carcinogens.4,28 But at higher concentration, even short incu-
bation times have been shown to be lethal to cells.8 Some
authors indicate the benets of induced apoptosis by Ni
nanowires, e.g. reactive oxygen species mediated apoptosis
caused by Ni nanowires in human pancreatic adenocarcinoma
cells.29 Unfortunately, these apoptotic effects are not specic to
carcinoma cells and would therefore also occur in other healthy
bystander cells. Shielding of the potentially toxic Ni from
contact with the body was therefore considered essential in this
study. The coating is also important to protect the Ni from
oxidation. For this purpose, various polymers, proteins and
phospholipids have been proposed.22,30,31 These coatings are
biocompatible but cannot shield the particles from oxygen.
Therefore, a solid Au shell is considered most advantageous as
Au is known for its excellent biocompatibility and it cannot be
removed by factors within the body.32 Furthermore, Au provides
a platform for functionalization, such as conjugation of
biomolecules, and targeting moieties and drugs.33,34

This work aims at the development of a magnetic nanowire
for application in magnetic drug delivery and similar biomed-
ical applications. The proposed electrodeposited Ni nanowire
has a tuneable length below 5 mmwith narrow size distribution.
To increase the biocompatibility, the nanowires were coated
with an Au shell. To limit toxic effects, the use of cyanide, which
is commonly used in Au coatings,32 was avoided. Therefore, a
6130 | J. Mater. Chem. B, 2013, 1, 6129–6136
new coating procedure was developed, inspired by a method to
synthesize Au nanotubes by electroless deposition.35 The
nanowires were characterized using a variety of techniques in
order to determine their dimensions, magnetic properties,
crystallographic structure and biocompatibility.
Materials and methods
Materials

Commercially available polycarbonate track-etched
membranes (PCTE, Whatman, UK) with a nominal (quoted by
the supplier) pore size of 50 nm were used as template
membranes. Nickel(II) sulfate hexahydrate (NiSO4$6H2O), boric
acid (H3BO3), ammonia (NH4OH, 37%), and glutathione (GSH)
were obtained from Sigma-Aldrich and were used without
further purication. Thiolated polyethylene glycol (mPEG-SH,
2 kDa) was purchased from Rapp Polymere (Tübingen, Ger-
many). Dichloromethane (CH2Cl2) was used as obtained from
Thermo Fisher Scientic (Waltham, USA). Triuoroacetic acid,
11-aminoundecanoic acid, sodium sulte (Na2SO3), sodium
carbonate (NaHCO3), silver nitrate (AgNO3), and formaldehyde
were purchased from Acros (Geel, Belgium). Tin(II) chloride
(SnCl2) was purchased from Alfa Aesar (Ward Hill, USA). Oro-
merse-B was purchased from Technic Inc. (Cranston, RI, USA).
Materials for cell culture: Dulbecco's modied Eagle medium
(DMEM) and fetal bovine serum (heat inactivated) were
purchased from PAA laboratories (Pasching, Austria), peni-
cillin–streptomycin, trypan blue and phosphate buffered saline
(PBS) from Invitrogen (Carlsbad, CA, USA), and CellTiter-Blue
(CTB) from Promega Corp (Madison, WI).
Nanowire synthesis

Ni nanowires were synthesized by templated electrodeposition
in a conventional three-electrode setup. First, an Au layer was
sputtered onto a PCTE membrane with a pore size of 50 nm
using a Perkin-Elmer 2400 sputtering system under Ar. The Au
layer (also called the back electrode) was used as the working
electrode in the electrochemical deposition process. Prior to
deposition, the backside of the back electrode was isolated
using a glass plate. A small Pt mesh was used as the counter
electrode and Ag/AgCl in 3 M KCl (Metrohm Autolab) was used
as the reference electrode. All reported potentials are with
respect to the reference electrode. The electrodes were con-
nected to a potentiostat (Autolab PGSTAT 128N from Metrohm
Autolab, Netherlands). For electrodeposition of nanowires, the
electrodes were placed inside a plating solution containing
NiSO4$6H2O (1.4 M) and H3BO3 (0.73M), and a voltage of�1.0 V
versus reference was applied for 6 min.

Aer deposition, the membranes were dissolved in
dichloromethane and washed at least 3 times with dichloro-
methane and 3 times with MilliQ water by centrifugation.
Electroless Au coating of Ni nanowires

Au coating was achieved using 5 subsequent steps adapted from
ref. 31 as depicted schematically in Fig. 2.
This journal is ª The Royal Society of Chemistry 2013
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Fig. 2 Scheme showing stepwise Au coating on Ni nanowires. (1) Amination, (2)
Sn2+ deposition, (3) Ag deposition, (4) replacement of Ag by Au and (5) growth of
the Au layer.
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Clean Ni nanowires were dispersed by sonication in an
aqueous solution of 10 mM 11-aminoundecanoic acid for 2 h, to
form an aminated monolayer (step 1 in Fig. 2). The nanowires
were then washed at least 3 times with H2O.

A fresh aqueous solution containing 54 mM SnCl2 and 70 mM
triuoroacetic acid was added to the nanowires for 45 min. Sn(II)
ions interacted with the electronegative amine groups forming a
layer of electrostatically bound Sn2+ on the surface (step 2 in Fig. 2).
Aer incubation, the nanowires were washed repeatedly with H2O.

Sn2+ was oxidized by Ag+ via Sn2+ + 2Ag+ / Sn4+ + 2Ag0, by
adding an aqueous solution containing 29 mM AgNO3 and 100
mM NH4OH (step 3 in Fig. 2). Aer repeated washing with H2O,
the Ag phase can be replaced by Au.

A solution of 1 g Na2SO3, 0.6 g NaHCO3, 6 mL Na3Au(SO3)2
(Oromerse B) and 480 mL H2O was prepared. The nanowires
were placed in 10 mL aliquots of this solution and sonicated at
3.6 �C for 30 min.

To allow for the formation of a closed layer of Au on the Ni
nanowires, 25 mL mL�1 formaldehyde was added to the solu-
tion. This destabilized the Au+–sulte complex, and induced the
galvanic replacement reaction Ag0 + Au+ / Ag+ + Au0 (steps 4
and 5 in Fig. 2), and further electroless growth of the Au layer.
The nanowires were sonicated for 12 h at 3.6 �C, and washed at
least 5 times with H2O to remove free ions. Nanowires prepared
using this method are named Au–Ni nanowires.
This journal is ª The Royal Society of Chemistry 2013
Biofunctionalization

The biofunctionalization of the Au–Ni nanowires was accom-
plished by incubating 100 mg mL�1 Ni or Au–Ni nanowires with
9 mM glutathione and 1 mM mPEG-SH in PBS for 24 h at 4 �C.
Excess surfactant was removed by washing with PBS. The
functionalization was analysed by Fourier transform infrared
spectroscopy (FTIR, Thermo Scientic smart orbit Nicolet 6700
ATR-IR spectrometer) on KBr pellets with 0.5% dried and
crushed Au–Ni nanowires.
Characterization

Analysis of the nanowires was performed with a Zeiss HR-LEO
1550 FEG Scanning Electron Microscope (SEM) operating at 2.0
kV. X-ray diffraction (XRD) was performed on samples randomly
deposited on a glass plate with a Bruker D2 Phaser with a Cu Ka
X-ray source and a wavelength of 1.54 Å.

Magnetic characterization was performed using a
vibrating sample magnetometer (Model 10 Mark II VSM,
Microsense). Samples were dried in a glass container before
measurement; a blank measurement was subtracted from the
sample data. Dispersed samples were measured in a glass
container closed with Paralm, and a blank containing the
liquid in which the dispersion was made was subtracted from
the data.
Cell culture

A number of tumour as well as non-tumour cell lines were used
to assess the effect of nanoparticles on cell viability. These
included: THP1 (a monocytic cell line derived from acute
monocytic leukemia); Jurkat cell line (a T cell line derived from
acute T cell leukemia); U937 (a monocytic cell line derived from
histiocytic lymphoma); Raji (a B cell line derived from Burkitt's
lymphoma); GBM (a primary cell line derived from glioblastoma
multiforme); HeLa (a human cervical carcinoma epithelial cell
line); A431 (an epithelial cell line derived from epidermoid
carcinoma); RAW 264.7 (a murine macrophage cell line) and
A549 (an epithelial cell line derived from lung carcinoma). The
non-adherent cell lines THP1, Jurkat, U937, and Raji cell lines
were grown in complete RPMI containing 10% heat inactivated
FCS, 2 mM L-glutamine, 100 U mL�1 of penicillin and 100 mg
mL�1 of streptomycin and 1 mM of sodium pyruvate, whereas
adherent cell lines A431, A549 and GBM, and RAW 264.7 and
HeLa were grown in complete DMEM containing the above
mentioned supplements.

Human monocytes and lymphocytes, and PBMC were iso-
lated from blood samples from 2 healthy subjects using Ficol-
Paque plus (GE Healthcare) gradient according to the manu-
facturer's instructions. PBMC obtained from the interface of
plasma and Ficoll-Paque were washed twice with RPMI and
suspended in complete RPMI. 5 � 106 PBMC in complete RPMI
were plated out in each well of a 6 well plate (SPL Life Sciences),
and pre-coated with human AB serum overnight. Aer 2 h of
incubation at 37 �C in 5% CO2, the non-adherent PBMC
(containing T, B and NK cells) were gently removed from
adherent cells (monocytes).
J. Mater. Chem. B, 2013, 1, 6129–6136 | 6131
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Confocal imaging

A Zeiss (Göttingen, Germany) LSM 510 confocal laser scanning
microscope (CLSM) was used to image uptake of Au–Ni nano-
wires by cells in bright eld. 104 cells per well were incubated
in a 96-well plate. Cells were allowed to adhere for 2 h aer
which Au–Ni nanowires were added with a nanowire concen-
tration of approximately 10 nanowires per cell. This concen-
tration was estimated by assuming that the nanowires have the
density of bulk Ni and Au and average dimensions as esti-
mated from SEM images. Control samples contained no
nanowires. Images were obtained aer 24 h incubation at 37 �C
in a 5% CO2 atmosphere.
Fig. 3 HR-SEM images of Ni nanowires and Au–Ni nanowires. (a) Original Ni
nanowires, (b) Oromerse-B Ni nanowires, (c) Sn–Ag–Au–Ni nanowires, and (d) 11-
aminoundecanoic acid–Sn–Ag–Au nanowires, hereafter indicated as Au–Ni
nanowires.
Concentration dependent short term cell viability on
phagocytotic and non-phagocytotic cells

Adherent cells, RAW 264.7 and HeLa, were seeded on 96-well
culture plates at 5 � 103 cells per well in 100 mL of cell medium.
Cells were allowed to adhere to the plate for 24 h at 37 �C in a
5%CO2 atmosphere. Incubation of Ni and Au–Ni nanowires was
done by adding 100 mL of Au–Ni nanowire dispersion in cell
medium to the cells on the 96-well culture plates, for 48 h at
37 �C in a 5% CO2 atmosphere. The nal concentrations of the
Au–Ni nanowires were 0, 1, 10, 100 and 1000 nanowires per cell.
All experiments were performed in triplicate.

Aer 48 h the cell medium was carefully removed and the
cells were washed with PBS, thereaer 100 mL of cell medium
was added with 10 mL of CellTiter-Blue and incubated for 4 h.
The uorescence wasmeasured on a spectrophotometer (Victor,
Perkin Elmer) with an excitation wavelength of 560 nm and an
emission wavelength of 590 nm. The uorescence values were
normalized by the controls and expressed as percent viability.
Validity of the assay was assessed by cell counting and visual
inspection of the cells.
Fig. 4 XRD patterns of randomly oriented Ni nanowires and Au–Ni nanowires
and a pure Ni reference sample.
Long term cell viability following exposure to Au–Ni
nanowires

The long term cytotoxicity of Au–Ni nanowires was investigated
by measuring viable and dead cells. Non-adherent cells were
seeded at 105 cells per well and adherent cells at 2 � 104 cells
per well and were allowed to adhere for 2 h at 37 �C in 5% CO2.
Au–Ni nanowires in PBS were added to duplicate wells at a
concentration of 100 nanowires per cell. Duplicate control wells
were treated with an equal volume of PBS. The cells were then
incubated at 37 �C in 5% CO2 for 12 h, 1, 2, 5 and 7 days. At each
time point, the cells were suspended (using trypsin–EDTA to
detach adherent cells). 20 mL of the cell suspensions were then
mixed with an equal volume of trypan blue (0.4%). At least 100
cells from each duplicate culture were observed for the
morphology and staining of cells using a haemocytometer and
an inverted microscope (Leica). Blue stained cells were consid-
ered dead. Adherent and non-adherent PBMC were cultured at
5 � 105 cells per well and the ratio of cells to nanowires was
similar to other cell lines. Approximately 200 cells from each
culture were observed under the microscope using trypan blue
at each time point as mentioned above.
6132 | J. Mater. Chem. B, 2013, 1, 6129–6136
Results and discussion

Ni nanowires with an average diameter of 150 nm and a length
of 2.6 � 0.3 mm (SEM, n ¼ 100) were obtained by electrodepo-
sition of Ni in the pores of a PCTE membrane for 6 min at �1.0
V versus an Ag/AgCl reference electrode. The nanowires were
released into suspension by dissolving the membrane and
several washing steps with dichloromethane and water. An Au
coating was deposited by electroless deposition onto the Ni
nanowires and the morphology of the Au-coated Ni nanowires
was investigated by HR-SEM as shown in Fig. 3.

Employing only the Au deposition reaction with Oromerse B
(steps 4 and 5 in Fig. 2) did not result in Au nucleation on the Ni
nanowire surface as can be seen in Fig. 3b. Therefore, an acti-
vation step was introduced in which Sn nuclei were deposited,
followed by galvanic replacement by Ag, and nally growth of Au
on the Ag nuclei. Unfortunately, the Au coating was still discon-
tinuous (Fig. 3c), most likely due to an insufficient concentration
of Sn nuclei on the Ni surface. An amination step, using 11-
aminoundecanoic acid, was introduced to provide more homo-
geneous Sn deposition, allowing a continuous Au coating to form
over the entire nanowire surface (Fig. 3d), with an approximate
This journal is ª The Royal Society of Chemistry 2013
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Fig. 5 Magnetic hysteresis curves of Ni nanowires measured inside the
membrane under an external field parallel and perpendicular to the nanowire
long axis. Parallel coercivity value of 302 Oe andMr/Ms ¼ 0.48 and perpendicular
coercivity of 378 Oe and Mr/Ms ¼ 0.17.

Fig. 7 (a) Suspension of Au–Ni nanowires stabilised with GSH and mPEG-SH. (b
and c) The Au–Ni nanowires can be collected using a permanent magnet.

Fig. 8 Magnetisation loopM vs. applied field H for suspended Au–Ni nanowires
showing superparamagnetic behaviour. The inset shows that the coercivity of the
Au–Ni nanowires is approximately 1 kA m�1 for dispersed samples.
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thickness of 40 nm as estimated from SEM. Longer Au deposition
will result in the formation of a thicker Au layer.

The phase and grain size of the Ni nanowires and Au coating
were investigated by XRD (Fig. 4). Ni nanowires showed
diffraction peaks corresponding to the (111) and (200) planes of
cubic Ni. The peak at 2q 38� can be assigned to the Au (111)
plane of the back electrode. Aer the complete Au coating
procedure diffraction peaks were detected, which can be
assigned to Au (110), (111), (200), (220) and (311). The Ni (111)
and Au (200) peaks overlap, therefore it is not possible to
distinguish between them. The broader peaks in the Au spec-
trum compared to the Ni spectrum indicate a smaller crystallite
size for the Au layer. Using the Debye–Scherrer equation s ¼ Kl/
b cosq, the crystallite sizes of Ni and Au can be estimated. Here,
s is the mean size of the crystalline domain, K the shape factor,
b the full width at half maximum, q the Bragg angle and l the
X-ray wavelength. The estimated crystallite sizes are 54 nm for
Ni and 20 nm for Au. By comparing the crystallite sizes from
XRD with SEM imaging, we can conclude that the crystalline
domain size in the central Ni nanowire is about 1/3 of its
diameter, and it is surrounded by an Au layer with an equivalent
thickness of about 2 grains.
Fig. 6 Hysteresis curves of Ni nanowires and Au–Ni nanowires in random
orientation under an external field. Ms ¼ 34 emu g�1 for uncoated and Ms ¼
10 emu g�1 for Au coated Ni nanowires, suggesting a coating thickness of 34 nm
on a 2.6 mm long Ni nanowire with 150 nm diameter.

This journal is ª The Royal Society of Chemistry 2013
Fig. 5 shows the room temperature magnetization curves for
uncoated Ni nanowires inside the template with magnetic eld
(H) applied in two directions, i.e. parallel and perpendicular to
the wire direction. The squareness ratioMr/Ms and coercivity are
known to increase signicantly with aspect ratio.36 The obtained
hysteresis loops show magnetic anisotropy where the magnetic
easy direction is along the axis, as can be seen from the
squareness ratio Mr/Ms ¼ 0.48 in the parallel direction. From
VSM measurements on randomly orientated nanowires as
depicted in Fig. 8 the saturation magnetization of the Ni
nanowires was found to be 34 emu g�1, which is signicantly
Fig. 9 FTIR spectra of GSH, mPEG-SH, and uncoated Au–Ni nanowires, and the
attachment of GSH and mPEG-SH to the Au–Ni nanowires.

J. Mater. Chem. B, 2013, 1, 6129–6136 | 6133
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Fig. 10 Interaction of Au–Ni nanowires with (a) RAW264.7 cells and (b) Jurkat cells.

Fig. 11 Short term viability compared to untreated control of RAW and HeLa
cells assessed by CTB assay after 48 h incubation with Ni and Au–Ni nanowires.
The bars indicate standard deviation.
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less than the value for bulk Ni (55.4 emu g�1). This can be
explained by the surface anisotropy which is signicant for a
wire with small diameter. Aer Au coating of the Ni nanowires
the saturation magnetization decreased to 10 emu g�1 (Fig. 6).
From this value, the diameter and length of the Ni nanowire and
the densities of Ni (8.9 � 106 g m�3) and Au (19.3 � 106 g m�3),
Table 1 Long term viability of 9 different cell lines showed no significant cytotoxi

Cell type 12 h

U937 (non-adherent) Control 97.6 � 1.0
Au–Ni wires 96.5 � 0.7

THP1 (non-adherent) Control 99.7 � 0.5
Au–Ni wires 98.5 � 0.5

A549 (adherent) Control 95.3 � 1.4
Au–Ni wires 98.8 � 0.6

Raji (non-adherent) Control 97.7 � 0.3
Au–Ni wires 97.9 � 0.1

GBM (adherent) Control 98.7 � 0.1
Au–Ni wires 98.9 � 0.2

Jurkat (non-adherent) Control 98.4 � 0.3
Au–Ni wires 97.8 � 0.5

PBMC (adherent) Control 99.5 � 0.2
Au–Ni wires 99.8 � 0.2

PBMC (non-adherent) Control 99.5 � 0.4
Au–Ni wires 99.6 � 0.4

A431 (adherent) Control 98.7 � 0.1
Au–Ni wires 98.9 � 0.2

6134 | J. Mater. Chem. B, 2013, 1, 6129–6136
the shell thickness can be calculated. Neglecting the inuence
of the other coating layers the Au layer thickness is approxi-
mately 34 nm, which is in good agreement with the thickness
estimated from HR-SEM images.

Aer biofunctionalisation using SH-PEG and glutathione, a
suspension of Au–Ni nanowires was obtained (Fig. 7). The
nanowires could be easily collected using a permanent magnet
and dispersed by vortexing. Due to the possibility to move freely
in the liquid, the magnetization curves of suspended nanowires
showed superparamagnetic behaviour, with no remnant mag-
netisation (Fig. 8). Attachment of GSH and mPEG-SH was
examined by FTIR spectroscopy (Fig. 9). GSH attachment can be
identied by two bands around 1600 cm�1 for both cysteine and
glutamic acid-carbonyl. The anchoring is via the thiol group as
the band at 2500 cm�1 for SH stretching is not visible on the
Au–Ni nanowires. Binding of mPEG-SH can be seen by a strong
band at 1380 cm�1 showing C–H stretching, and the band at
1080 cm�1 shows C–O–C stretching from mPEG-SH.

The uptake of Au–Ni nanowires was studied by confocal
microscopy (Fig. 10). 3D imaging (not shown here) ascertained
that the particles were inside the cells and not simply adhered
to the membrane. Aer 24 h of incubation, RAW 264.7 cells had
taken up many nanowires and clusters of nanowires. As these
cells are macrophages, the uptake pathway is most likely
phagocytosis. Confocal microscopy analysis showed that the
nanowires were completely taken up by these cells without signs
of frustrated phagocytosis. This indicates that macrophages will
be able to remove the particles from the bloodstream. Jurkat
cells are not capable of phagocytosis and only take up particles
by receptor mediated endocytosis. As expected, these cells did
not take up any nanowires, and appeared as healthy as control
untreated cells (see ESI†).

The effects of Au–Ni nanowires on cell viability were evalu-
ated using a CTB assay. Au–Ni nanowires did not show a
decrease in cell viability of both HeLa and RAW cells over 48 h
(Fig. 11). In a study between phagocytic and non-phagocytic
cells, a slightly higher cytotoxicity was observed for phagocytic
city

24 h 48 h 5 days 7 days

96.3 � 0.6 96.9 � 0.4 98.1 � 0.4 97.2 � 0.1
96.5 � 0.7 96.7 � 0.6 98.7 � 1.4 98.2 � 1.2
95.7 � 0.1 98.0 � 1.5 99.0 � 0.3 98.5 � 0.4
93.7 � 0.1 95.5 � 1.8 99.0 � 0.4 99.3 � 0.3
98.1 � 0.6 92.9 � 0.3 98.5 � 1.4 97.0 � 0.9
98.6 � 0.2 94.2 � 1.4 98.5 � 1.3 96.6 � 0.7
98.2 � 0.4 98.7 � 0.1 99.5 � 0.1 96.6 � 0.6
97.7 � 0.4 98.6 � 0.7 98.4 � 0.4 95.4 � 2.9
97.8 � 3.1 99.1 � 0.5 96.0 � 0.7 96.3 � 2.5
98.4 � 0.0 98.7 � 0.7 96.1 � 0.7 97.1 � 0.9
96.9 � 0.6 97.8 � 0.7 94.6 � 0.8 93.6 � 1.7
97.9 � 0.2 98.1 � 1.0 94.6 � 0.1 92.0 � 1.0
98.4 � 0.6 99.5 � 0.4 98.4 � 1.0 98.4 � 0.5
99.3 � 0.5 99.5 � 0.4 98.4 � 0.9 98.5 � 0.4
97.8 � 0.9 99.8 � 0.3 96.3 � 1.3 98.2 � 0.9
98.5 � 0.8 99.7 � 0.2 96.1 � 1.4 97.7 � 0.6
98.6 � 0.1 96.2 � 1.9 96.1 � 3.8 96.1 � 3.8
98.2 � 1.1 95.6 � 0.2 95.2 � 1.7 95.2 � 1.7
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(RAW 264.7) cells compared to non-phagocytic (HeLa) cells,
which might indicate the importance of uptake on cytotoxicity.
It should be noted that the high concentration of 1000 nano-
wires per cell is much higher than targeted in potential appli-
cations in biomedicine, and is only used here to investigate the
biocompatibility of the nanowires. In RAW cells Ni nanowires
showed increased cytotoxicity compared to the Au coated Ni
nanowires, indicating the necessity of the Au coating. The used
concentration of nanowires is much higher than the lethal
concentration of Ni nanowires with a length of 20 mm found by
Byrne et al.,8 which indicates and illustrates the high biocom-
patibility of the much shorter Ni and Au–Ni nanowires.

A range of cells – primary and cancerous, phagocytic and
non-phagocytic, adherent and non-adherent – were used in
order to systematically investigate cytotoxicity over a long term
(Table 1). All 9 different cell types used in this study did not
show signicant cytotoxicity of the Au–Ni nanowires for periods
up to 7 days.
Conclusions

Biocompatible nanowires with tuneable dimensions were
prepared by templated electrodeposition of Ni in PCTE
membranes. The dimensions of the nanowires can be fully
tuned by adapting the deposition time and template dimen-
sions. An Au coating procedure was developed to ensure
biocompatibility by complete shielding of the Ni phase from the
biological environment. The newly developed procedure
involves amination of the Ni surface, activation by Sn and Ag,
followed by electroless Au deposition. A coating thickness of
approximately 40 nm was achieved by 12 h electroless Au
deposition. SEM imaging shows a smooth and continuous layer
of Au on the Ni nanowires. Elemental analysis conrmed the
formation of Au on Ni. Magnetic measurements were used to
reveal the shape anisotropy and ferromagnetic properties of the
Au–Ni nanowires. Stable suspensions of nanowires were
obtained by biofunctionalisation using GSH andmPEG-SH. Cell
studies indicate that the nanowires can be completely engulfed
by cells without signs of frustrated phagocytosis. No signicant
cytotoxic effects and morphological alterations were found
when nanowires were exposed to a variety of cell lines, indi-
cating the potential use of the nanowires in biomedical appli-
cations, such as magnetic drug delivery.
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