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Abstract: Gold nanoparticles (AuNPs), which are strongly hydrophilic and dimensionally suitable
for drug delivery, were used in loading and release studies of two different copper(I)-based
antitumor complexes, namely [Cu(PTA)4]+ [BF4]− (A; PTA = 1, 3, 5-triaza-7-phosphadamantane) and
[HB(pz)3Cu(PCN)] (B; HB(pz)3 = tris(pyrazolyl)borate, PCN = tris(cyanoethyl)phosphane). In the
homoleptic, water-soluble compound A, the metal is tetrahedrally arranged in a cationic moiety.
Compound B is instead a mixed-ligand (scorpionate/phosphane), neutral complex insoluble in water.
In this work, the loading procedures and the loading efficiency of A and B complexes on the AuNPs
were investigated, with the aim to improve their bioavailability and to obtain a controlled release.
The non-covalent interactions of A and B with the AuNPs surface were studied by means of dynamic
light scattering (DLS), UV–Vis, FT-IR and high-resolution x-ray photoelectron spectroscopy (HR-XPS)
measurements. As a result, the AuNPs-A system proved to be more stable and efficient than the
AuNPs-B system. In fact, for AuNPs-A the drug loading reached 90%, whereas for AuNPs-B it
reached 65%. For AuNPs-A conjugated systems, a release study in water solution was performed
over 4 days, showing a slow release up to 10%.

Keywords: gold nanoparticles; copper(I) complexes; conjugates; drug delivery; anticancer compounds

1. Introduction

Gold nanoparticles (AuNPs) are the most versatile material in nanotechnology, with a huge range of
biological and biomedical applications, such as diagnostic, therapeutic and biosensing applications [1–7].
In particular, AuNPs have been often proposed as non-toxic carriers for drug and gene-delivery
applications [8–13]. In fact, the specific properties of AuNPs, such as their high surface-to-volume
ratio, peculiar optical properties, easy synthesis and versatile surface functionalization, hold pledge in
the clinical field for cancer therapeutics [14,15]. Moreover, AuNPs present optical properties, which
can be easily tuned to desirable wavelengths according to their shape (e.g., nanoparticles, nanoshells,
nanorods, etc.), size (e.g., 1 to 100 nm) and composition (e.g., core/shell or alloy noble metals) [16–20],
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enabling their imaging and photothermal applications [21–26]. AuNPs can also be easily functionalized
with different moieties, such as antibodies, peptides and/or DNA/RNA to specifically target different
cells [10,27,28], and with biocompatible molecules to prolong their in vivo circulation for drug delivery
applications [29,30]. Furthermore, it is well known that passive targeting can be achieved by using
AuNPs as a carrier, because of their preferential accumulation in tumor cells (enhanced permeability
and retention (EPR) effect) [21].

In recent years, the biomedical research of new metal-based anticancer drugs alternative to
Pt(II) derivatives (cisplatin, oxaliplatin and carboplatin, which are currently utilized in clinical
practice) has been focused on complexes including, among other metals, gold, ruthenium, silver and
copper [31–36]. The purpose of these studies is to circumvent severe toxicity in non-tumor cells as well
as inherited and/or acquired resistance phenomena caused by Pt(II) drugs [37–39]. In particular, among
the abovementioned metals, copper is receiving increasing attention [36]. Copper, as an essential
micronutrient in mammalians, plays a pivotal role in redox-chemistry, growth and development, and
is a key co-factor for the function of several enzymes involved in energy metabolism, respiration
and DNA synthesis [40]. In addition, homeostatic mechanisms strictly define the concentration of
copper in mammalian cells, which have also developed a physiological active transport mechanism
for its internalization based on a trans-membrane protein referred to as human copper transporter
1 (hCtr1) [41,42]. Novel copper-based antitumor agents have been studied according to the view
that endogenous metals may be less toxic toward normal cells with respect to cancer cells. Since
the generally assessed mechanism of copper cell uptake implies the reduction from copper(II) to
copper(I) followed by internalization through transmembrane transporters [43,44], our research has
been mainly focused on copper(I) derivatives. The synthetic strategy utilizes ligands with soft donor
atoms such as phosphorous in tertiary phosphanes or aromatic sp2 hybridized nitrogen of pyrazolyl
derivatives. Among these compounds, homoleptic, cationic phosphane complexes well match the
ability of hCtr1 protein to internalize specifically monovalent ions, thus leading to outstanding
cytotoxic efficiency toward cancer cells in both in vitro and in vivo trials [45–49]. In addition, neutral
mixed-ligand complexes containing both scorpionate-like (N-donor) and phosphane ligands showed
remarkable cytotoxic activity in in vitro and in vivo tests as well [50]. Despite the promising results,
open problems remain, such as the low solubility and bioavailability of some of these compounds
and their uncontrolled release. In this preliminary work, hydrophilic AuNPs were synthesized and
loaded with either a representative of a water-soluble, cationic complex—[Cu(PTA)4]+ [BF4]− (A;
PTA = 1,3,5-triaza-7-phosphadamantane)—or a lipophilic, neutral complex—[HB(pz)3Cu(PCN)] (B;
HB(pz)3 = tris(pyrazolyl)borate, PCN = tris(cyanoethyl)phosphane)—aiming at the construction of
a novel drug delivery system. The use of hydrophilic AuNPs as a vehicle for copper complexes is
an innovative and strategic approach to improve the solubility and stability in water of the copper
complexes, and consequently to increase their bioavailability. Moreover, these drug delivery systems
allow the investigation of a slow and controlled release of copper complexes, opening the way for
promising scenarios of in vivo and in vitro experimentation.

2. Materials and Methods

2.1. Materials and Characterizations

Sodium 3-mercapto-1-propanesulfonate (HS(CH2)3SO3Na, 3MPS, Aldrich, 99%, St. Louis, MO,
USA), tetrachloroauric(III) acid trihydrate (HAuCl4·3H2O, Aldrich, 99.0%, St. Louis, MO, USA),
sodium borohydride (NaBH4) and PBS buffer solution at pH = 7.4 (technical grade Aldrich, St. Louis,
MO, USA) were used as received. UV–Vis spectra were acquired in H2O and MeOH solutions by
using quartz cells with a Varian Cary 100 Scan UV–Vis spectrophotometer. The size distribution of
AuNPs in H2O solution was investigated by means of the dynamic light scattering (DLS) technique
by using a Zetasizer Nanoseries Malvern instrument, at the specific temperature (25.0 ± 0.2 ◦C and
37.0 ± 0.2 ◦C). Correlation data were acquired and fitted in reference to our previous work [51,52].
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Field emission scanning electron microscopy (FESEM) images were acquired with an Auriga Zeiss
instrument, resolution 1 nm, applied voltage 6–12 kV) on freshly prepared films drop-cast from a water
solution on a metallic sample holder. A Mini Spin-Eppendorf centrifuge was used for the purification of
AuNPs samples (13,000 rpm, 20 min, five times with deionized water). Deionized water was obtained
from Zeener Power I Scholar-UV (18.2 MΩ). A Scanvac-CoolSafe55-4 Lyophilizer was used to dry
samples. Attenuated total reflection (ATR) spectra were recorded with a Bruker Vertex 70 instrument in
the range of 4000–400 cm−1. High-resolution x-ray photoelectron spectroscopy (HR-XPS) experiments
were carried out at the CNR BACH (Beam line for Advanced DiCHroism) [53] undulator beam line at
the ELETTRA Synchrotron Radiation facility of Trieste (Italy). XPS data were collected with a pass
energy equal to 50 eV, with the monochromator entrance and exit slits fixed at 20 µm. Photon energies
of 386 eV, 596 eV and 1022 eV were used respectively for C1s, Au4f, P2p, B1s; O1s, N1s; Cu2p spectral
regions, with an energy resolution of 0.23 eV. C1s spectra used for calibration were recorded at all
photon energies. Calibration of the energy scale was made by referencing all the spectra to the C1s core
level signal of aliphatic C atoms, always found at 285.00 eV, and the Au4f7/2 signal of metallic gold
measured on a reference gold foil (84.00 eV Binding Energy, BE) [54,55]. A curve-fitting analysis was
performed using Gaussian curves as fitting functions. When several different species were individuated
in a spectrum, the same FWHM value was used for all individual photoemission bands. To perform
HR-XPS analysis, pristine Cu(I) complexes (A = [Cu(PTA)4]+ [BF4]− and B = [HB(pz)3Cu(PCN)] and
functionalized Au nanoparticles (AuNPs-A and AuNPs-B) were deposited onto TiO2/Si(111) (as to
avoid any signal interference) wafer substrates by following a drop-casting procedure.

2.2. Preparation of Conjugate Nanoparticles

The AuNPs stabilized with 3MPS were synthesized as previously reported [9]. Briefly, starting
with 200 mg (5 × 10−4 mol) of HAuCl4 × 3H2O in 20 mL of deionized water, a solution of 3MPS in
20 mL of deionized water was added under vigorous stirring (Au/S = 1/4 molar ratios). Two hours
after the addition of the reduction agent (a water solution of NaBH4, Au/NaBH4 molar ratio = 1/10), a
solid black product was isolated and purified by centrifugation (13,000 rpm, 20 min, five times with
deionized water). AuNP main characterizations: UV–Vis (λmax (nm), H2O) 523 nm; DLS (<2RH>

(nm), H2O): 12 ± 3 nm; Z potential: –35 ± 3 mV; FESEM (nm) 8–10 nm. Complexes A and B were
prepared according to procedures reported in the literature [45,50]. They showed a well-known UV–Vis
spectrum, as reported in the Supporting Information, Figures S1a,b). The conjugate nanoparticles were
prepared using the following procedure. The AuNPs and A were mixed in water (Au/A = 5/1 w/w)
under gentle stirring (room temperature, 4 h) and then the suspension was centrifuged (13,000 rpm,
2 h) to obtain AuNPs-A as a solid residue. It was lyophilized and stored at room temperature, while
the supernatant was used for loading evaluations. The AuNPs and B were mixed in MeOH (Au/B=

5/1 w/w) under gentle stirring (room temperature, 4 h) and then the suspension was centrifuged
(13,000 rpm, 30 min) to obtain AuNPs-B as a solid residue. It was lyophilized and stored at room
temperature, while the supernatant was used for loading evaluations. The loading and the loading
efficiency (η) were calculated by using calibration curves, as reported in the Supporting Information
(Figures S1c,d) and calculated in reference to our previous work [9]. For each sample, three independent
measurements were carried out and the mean value and standard deviation are reported.

2.3. Stability and Release Studies

For the stability studies, AuNPs-A and AuNPs-B were dispersed in water at the concentration
of 0.1 mg/mL and the size of nanoparticles was measured over 10 days at room temperature. The
release studies were performed in H2O at 37 ◦C over 4 days, using 2 mg of conjugated nanoparticles in
20 mL of media. The released was calculated by analyzing the water solution and detecting the free
complex by using UV–Vis measurements, in reference to our previous work [9]. For each sample, three
independent measurements were carried out and the mean value and standard deviation are reported.
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3. Results and Discussion

3.1. Conjugate Nanoparticles: Preparation, Characterization and Loading Studies

Highly hydrophilic gold nanoparticles were synthetized following a previously published
procedure [9], and the UV–Vis spectrum and DLS measurements confirmed their nanodimension,
as shown in Figure 1a,b. The results revealed that these AuNPs are particularly suitable for Cu(I)
complexes delivery. In fact, AuNPs functionalized by 3MPS showed a high degree of stability and
hydrophilicity due to the small length alkyl chains thiol with a charged terminal sulphonate group.
Moreover, the 3MPS choice as a ligand, with a molar ratio of Au/S = 1

4 , guarantees a balance between
stability and loading and favours transport in a watery environment. This fact increases the final
bioavailability of the conjugates, especially for compounds with low water solubility. Furthermore, the
plasmonic absorption peaks of the AuNPs and the absorption peaks of the copper complexes (λmax

at 228 nm and 268 nm for complexes A and B, respectively, as shown in Figure 1a and in Figures
S1a,b [45,50]) appeared in different areas of the spectrum—in the UV spectrum for complexes and in
the visible spectrum for AuNPs, allowing easy detection of the loading processes. This feature makes
it possible to design a loading protocol based on the simple physical contact of AuNPs and copper
complexes that can be physically adsorbed.
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Figure 1. (a) UV–Vis spectrum of gold nanoparticles (AuNPs) (violet curve) and complexes A (green 
curve) and B (blue curve); (b) dynamic light scattering (DLS) measurement in water of AuNPs alone 
(in violet): <2RH> = 15 ± 2 nm. 
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of the loading efficiency η (%), reported in Figure 2c, can be calculated as follows [9,13]: 

η (%) = (mloaded drug/mdrug) 100,  

where mloaded drug is the mass of the loaded drug (A or B), calculated from UV–Vis quantitative data 
and mdrug is the mass of the drug (A or B) used in the experimental procedure. From the absorbance 
value of free A or B, it is possible to obtain the amount of loaded drug, by determining the difference. 

Figure 1. (a) UV–Vis spectrum of gold nanoparticles (AuNPs) (violet curve) and complexes A (green
curve) and B (blue curve); (b) dynamic light scattering (DLS) measurement in water of AuNPs alone
(in violet): <2RH> = 15 ± 2 nm.

On the basis of these considerations, the loading protocol for AuNPs and the two Cu(I) complexes
was performed in a water solution at room temperature under gentle stirring. In Figure 2a,b, the
chemical structures of the anticancer Cu(I) complexes used in this study, A and B, and a sketch of the
loading protocol to obtain AuNPs-A and AuNPs-B conjugates are reported. The value of the loading
efficiency η (%), reported in Figure 2c, can be calculated as follows [9,13]:

η (%) = (mloaded drug/mdrug) 100,

where mloaded drug is the mass of the loaded drug (A or B), calculated from UV–Vis quantitative data
and mdrug is the mass of the drug (A or B) used in the experimental procedure. From the absorbance
value of free A or B, it is possible to obtain the amount of loaded drug, by determining the difference.
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Figure 2. (a) Chemical structures of anticancer Cu(I) complexes used in this study; (b) sketch of loading
protocol to obtain AuNPs-A and AuNPs-B conjugates; (c) loading efficiency η (%) for AuNPs-A (in
green, η (%) = 90 ± 4 %) and AuNPs-B (in blue, η (%) = 65 ± 10 %).

The loading studies allowed to us obtain the conjugated systems: AuNPs-A with η = 90 ± 4%
and AuNPs-B with η (%) = 65 ± 10%. These systems were characterized in depth to understand the
chemical interaction between AuNPs and Cu(I) complexes A and B. DLS studies were performed in a
water suspension and showed a dimensional increase for AuNPs-A and AuNPs-B compared with the
AuNPs alone, as reported in Figure 3a. In fact, the conjugation of the complexes involved a different
degree of hydration of the particles and, as a result, the hydrodynamic diameter (<2RH>) increased.
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Figure 3. DLS data of AuNPs in violet, AuNPs-A in green and AuNPs-B in blue: (a) <2RH> in water:
AuNPs (15 ± 2 nm), AuNPs-A (56 ± 30 nm) and AuNPs-B (76 ± 32 nm); (b) Z potential in water: AuNPs
(–35 ± 2 mV), AuNPs-A (–30 ± 3 mV) and AuNPs-B (–23 ± 4 mV).
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Moreover, DLS allowed us to measure the electrophoretic mobility and, using the Smoluchowski
equation, the Z potential [51,52]. The Z potential is the potential at this slipping plane, i.e., the
surrounding electrical double layer, where the liquid moves together with particles. Therefore, the
measured Z potential is not exactly the surface potential (surface charge density), but it is the potential
of practical interest because it determines the inter-particle forces and enables the evaluation of the
stability of the colloidal system [51,52]. The Z potential studies performed on our conjugates systems
confirmed these interactions between AuNPs and complexes A and B. In fact, the Z potential was
–30 ± 3 mV and −23 ± 4 mV, respectively, for AuNPs-A and AuNPs-B, instead of −35 ± 2 mV for
AuNPs alone, as shown in Figure 3b. This is due to two different effects introduced by the presence of
complexes A and B on the surface of the AuNPs. The first effect is the decrease of the negative charge
density, due to the presence of neutral or positively charged molecules on the gold surface; this is
strictly related to the Stern layer and slipping plane around the nanoparticles, which produce the Z
potential. The second effect is the different aggregation grade, also observable from signal enlargement
and size measurements, due to the interaction between complex molecules linked on different and
vicinal AuNPs, which cause the system to be less stable in general. The balance or the prevalence of
one of these two effects also explains the slight difference between the Z potential values of AuNPs-A
and AuNPs-B. In fact, the conjugate AuNPs-B showed a larger size and lower Z potential with respect
to AuNPs-A (see Figure 3). Indeed, complex A had a positive charge, facilitating adsorption and
producing greater loading efficiency. Moreover, complex A on AuNPs decreased the interaction
phenomena between the absorbed complex molecules, reducing the aggregation phenomena of the
colloidal system in a solution. This justifies the DLS results regarding the smaller dimensions and more
negative Z potential of AuNPs-A compared to those of AuNPs-B.

FESEM-EDX investigations performed on conjugate AuNPs-A nanoparticles showed dimensions
around 10 nm with the presence of some aggregates (see Figure S2). It can be noticed that the dimensions
obtained from DLS were greater than those obtained from FESEM images. Such a dimensional difference
is due to the intrinsic difference between the two techniques, based on different principles. In fact,
DLS estimated the particles hydrodynamic diameter (<2RH>) in the aqueous environment, with the
important effect of swelling, and this dimension is the Z average value, which is the mean diameter
weighted over the scattered light intensity. On the other hand, microscopy measurements were carried
out under a vacuum on a dry sample deposited by casting with no hydration effects. The particles were
more or less aggregated due to concentration or to fast or slow solvent evaporation occurring during
the preparation of the sample. For this reason, it is difficult to directly compare the two measurements.

The Energy Dispersive X-ray Analysis (EDX) evidenced the presence of Cu and, in particular, the
semiquantitative analysis showed the ratio of Au:Cu to be around 0.4:0.03 (see Figure S2).

The ATR data confirmed the effective interaction between copper complexes and AuNPs. In
fact, both for AuNPs-A and AuNPs-B, typical bands were found (see Figures S3a,b). Particularly
for AuNPs-A, some characteristic signals of the A complex were recognizable, such as the bending
of CH2 at 1456 and 1418 cm−1 and the C–N stretching at 1043 and 1000 cm−1, thus confirming the
successful conjugation. A shift of the C–N stretching signals was also observed, which moved from
1103 and 947 cm−1 in the free complex to 1043 and 1000 cm−1 in the conjugate, suggesting a direct
involvement of these groups in the interaction with the gold nanoparticle surface. For AuNPs-B, the
ATR measurements showed the typical bands at 2480 cm−1 due to the B–H stretching, bands at 1502
and 1403 cm−1 due to the C–C bond of pyrazole rings and at 1301 cm−1 due to C–N stretching. In
this case the nitrile stretching showed a shift from 2254 cm−1 (free complex) to 2240 cm−1 (conjugate
system), highlighting the involvement of these groups in the conjugation formation [33].

3.2. HR-XPS Studies

Molecular and electronic structure of AuNPs-Cu(I) complexes assemblies were probed by means
of synchrotron radiation-induced photoemission spectroscopy (HR-XPS); for comparison, the pristine
Cu(I) complexes A and B ([Cu(PTA)4]+ [BF4]− and [HB(pz)3Cu(PCN)], respectively) were also
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investigated. Signals were acquired at C1s, P2p, N1s, B1s, Cu2p and Au4f core levels, and the obtained
spectra were analyzed by following a peak fitting procedure that evidenced spectral components
arising from atoms in different electronic environments.

C1s and P2p spectra data analysis allowed us to assess the Cu(I) complex stability; as reported in
Table S1 in the Supporting Information, P2p and C1s components positions, i.e., BE values, which reflect
the molecular composition of the organic ligands, were not affected by the AuNP-Cu(I) complexes
interaction. Indeed, the P2p3/2 spin-orbit component of the phosphorous signal was always found
around 131.50 eV BE (complex A: 131.03 eV; AuNP-A: 131.11 eV; complex B: 131.81 eV; AuNP-B
131.86 eV), as expected from the literature for organic molecules containing P atoms [56]. The observed
P2p BE stability allowed us to completely dismiss the occurrence of any degradation effect due to
molecule oxidation, which would result in phosphane oxide formation with a noticeable shift in the
P2p signal BE towards higher values [56]). P2p spectra are reported in Figure S4 in the Supporting
Information. Au4f spectra appeared composed, showing a spin-orbit peak of high intensity due to
metallic gold atoms at the nanoparticle cores (Au4f7/2 BE = 83.9 eV), and a second signal of low intensity
at higher BE values (Au4f7/2 BE = 85.1 eV) was associated with partially positively charged gold atoms
at the NP surface, as expected from the literature on analogous systems [4]. Copper Cu2p core signals
were also acquired; for all samples, a single spin-orbit pair was observed, compatible with Cu(I) ions
(Cu2p3/2 = 931.5 eV BE) [56]. The Au4f spectrum of AuNP-A and the Cu2p spectra of both AuNP-A
and complex A were reported as examples in the Supporting Information (Figure S5).

The most interesting signal that shed light into the Cu(I) complex/AuNP interaction was the N1s
core level. As reported in Table 1, both Cu(I) compounds showed N1s signals at the BE, as expected in
the literature for the proposed molecular structure (tertiary amines N1s are expected at about 400 eV
BE, and was found at 399.99 eV for complex A; N ≡ C − R like nitrogen N1s signal is expected at
399.6 eV BE [57], and was found at 399.7 eV BE in complex B [56]). In Figure 4 all N1s spectra are
collected. Contributions related to pristine nitrogen atoms in Cu(I) complexes are represented in red.

Table 1. N1s BE, FWHM values and assignments for pristine Cu(I) complexes and AuNPs carriers.

Sample BE (eV) FWHM (eV) Assignment

A 399.99 1.64 NR3

AuNPs-A
399.72 1.44 NR3
400.95 1.44 NR3H+

B 399.71 2.00 N ≡ C − R

AuNPs-B
398.70 2.06 N ≡ C − R(δ−)
399.70 2.06 N ≡ C − R
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As evidenced in Table 1 and clearly observable in Figure 4, when Cu(I) complexes (Figure 4b,d)
interacted with the gold nanoparticles, the N1s signal shape was modified (Figure 4a,c). For AuNP-A, a
shoulder appeared at high BE (Figure 4a), suggesting a new spectral component at about 401 eV BE (in
blue in the figure), which is usually assigned to positively charged N atoms in quaternary ammonium
salts. On the other hand, the N1s spectrum of AuNP-B was larger at low BE, suggesting that a second
spectral component appeared at a lower BE than the pristine N ≡ C − R-like N atom (Figure 4c); this
behaviour indicates a partial electron transfer from the AuNPs to the nitrogen atom of the N ≡ C − R
functional group.

3.3. Conjugate Nanoparticles: Stability and Release Studies

It must also be highlighted that the main advantage of drug delivery with AuNPs is the possibility
of studying a targeted and controlled release in terms of target site and time, as reported in many
recent papers [8–10]. In this context, it is important to verify the stability of conjugates, also in view of
a future formulation that makes them easily storable and at the same time quickly ready for use. The
lyophilization appears to fulfil to this requirement, and was therefore performed by studying the effects
on AuNPs alone and conjugates, both in terms of dimensional and structural stability. Comparing
the fresh samples and the lyophilized samples by DLS measurements, aggregation phenomena were
observed with important dimensional variations, as shown in Figure 5a–c. These phenomena involved
both AuNPs alone and conjugated systems that remained however with dimensions under 300 nm.
Regarding the structural stability of the systems, they showed unaltered structural conformation,
confirmed by FTIR measurements, and good results in terms of <2RH> reproducibility when they
were re-suspended in water at room temperature up to 10 days, as reported in Figure 5d.
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Figure 5. DLS stability study in water of AuNPs in violet, AuNPs-A in green and AuNPs-B in blue:
(a) AuNPs <2RH> before (dashed line) 15 ± 2 nm and after samples lyophilization (solid line) 25 ± 5 nm;
(b) AuNPs-A <2RH> before (dashed line) 56 ± 30 nm and after lyophilization (solid line) 256 ± 30 nm;
(c) AuNPs-B <2RH> before (dashed line) 76 ± 32 nm and after lyophilization (solid line) 276 ± 32 nm;
(d) <2RH> of lyophilized AuNPs-A and AuNPs-B re-suspended in water at different days, up to 10 days.
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Therefore, the study on the release was performed. The conjugate was re-suspended in water at
37 ◦C with gentle stirring and the UV–Vis analysis of the aqueous solution at defined times allowed the
quantification of the released complex. This study showed strong and different interactions between
Cu(I) complexes A and B and AuNPs, as already evidenced by the HR-XPS studies. In particular,
for AuNPs-A, the interaction involved nitrogen that partially transferred electrons to the surface of
the metal, creating an interaction that caused a slow release. In Figure 6 the slow release profile of
AuNPs-A, less than 10% up to 4 days, is shown. On the other hand, the AuNPs-B system involved the
N ≡ C − R moiety, which strongly interacted with the gold surface, making the release not appreciable
in a few days (up to 4). Taking these results into account, surely the AuNPs-A conjugate is more
promising, not only for the better loading efficiency but, above all, for the evident slow release, unlike
the AuNPs-B conjugate.
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Figure 6. Released profile of AuNPs-A with inset details showing the release in time in the range of 
0–24 h. 
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for a long time (days and weeks), as in the case of slow-release anti-inflammatory drugs reported in 
the literature [9]. This fact opens new scenarios for investigations related to the action mechanisms 
as well as for synergistic action with AuNPs-A. 
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0–24 h.

AuNPs-A showed an excellent and promising result, because with a single administration it
could be possible to achieve a slow drug delivery release in a biological site up over 4 days and more.
Moreover, a main advantage of delivering a water-soluble drug with AuNPs is the accumulation of
AuNPs in cancer cells, which guarantees the drug’s targeting. Further, the slow release is an excellent
opportunity to study the synergistic effects of AuNPs and copper complexes, effects that could occur
for a long time (days and weeks), as in the case of slow-release anti-inflammatory drugs reported in
the literature [9]. This fact opens new scenarios for investigations related to the action mechanisms as
well as for synergistic action with AuNPs-A.

4. Conclusions

Strongly hydrophilic gold nanoparticles, AuNPs, were prepared to be conjugated with copper(I)
complexes. In particular, loading and release studies were performed using two different copper(I)
antitumor complexes, namely [Cu(PTA)4]+ [BF4]− (A; PTA = 1,3,5-triaza-7-phosphadamantane) and
[HB(pz)3Cu(PCN)] (B; HB(pz)3 = tris(pyrazolyl)borate, PCN = tris(cyanoethyl)phosphane). In the
water-soluble compound A, the metal is tetrahedrally arranged in a cationic moiety, while compound B
is a mixed-ligand (scorpionate/phosphane), neutral complex insoluble in water. Loading protocols and
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efficiency are also related to these structural aspects and were optimized to obtain η = 90 ± 4% and η =

65 ± 10%, respectively, for AuNPs-A and AuNPs-B. Structural differences of A and B induced different
behaviours regarding the interactions with the gold surface, as showed by the HR-XPS studies. In fact,
for compound A, nitrogen partially transfers electrons to the surface of the metal nanoparticles, creating
an interaction that causes a slow release in water, less than 10% in 4 days. On the other hand, in B
compound the N ≡ C − R groups hook onto the surface of the gold, producing a strong interaction that
makes the release not appreciable in the same time interval (up to 4 days). Therefore, both AuNPs-A
and AuNPs-B represent promising examples of water-soluble gold nanocarriers suitable to improve
the bioavailability of synthetic drugs, especially considering the EPR effect of AuNPs. In particular
AuNPs-A, which achieved a slow release, opens the way for biological in vitro studies to explore the
synergic activity of copper complexes and gold nanoparticles.

Supplementary Materials: The following are available online at http://www.mdpi.com/2079-4991/9/5/772/s1,
Figure S1: Uv–Vis spectra and calibration curves for complex A (green) and complex B (blue); Figure S2: SEM-EDX
analysis on AuNPs-A; Figure S3: ATR data of conjugates systems: (a) AuNPs-A (PTA); (b) AuNPs-B (PCN);
Table S1. C1s and P2p spectra data analysis BE, FWHM values and assignments for pristine Cu(I) complexes and
AuNPs carriers; Figure S4: XPS P2p spectra confirming the molecular structure stability of A and B complexes;
Figure S5: (a) XPS Au4f spectrum of AuNP-A; (b) Cu2p spectra of complex A and AuNP-A (rough data, confirming
the stability of Cu(I) complex).

Author Contributions: I.F. and I.V. designed and made the chemical experimental synthesis with AuNPs and
conjugate systems, and performed the DLS measurements and evaluations with S.A. M.P. (Marina Porchia), F.T.
and M.P. (Maura Pellei), C.S. performed synthesis and characterizations of Cu(I) complexes and the relative data
analysis. L.C. and C.B. performed the H-XPS measurements and the relative data analysis. S.N. and E.M. provided
technical support in SR-XPS measurements. All authors contributed to the paper writing.

Funding: This research received no external funding.

Acknowledgments: Sapienza authors acknowledged Ateneo Sapienza 2017 project. XPS measurements at the
ELETTRA facility were supported within project N. 20160181. The Grant of Excellence Departments, MIUR
(ARTICOLO 1, COMMI 314–337 LEGGE 232/2016) is gratefully acknowledged by the authors of Roma Tre
University. We are grateful to CIRCMSB (Consorzio Interuniversitario di Ricerca in Chimica dei Metalli nei Sistemi
Biologici). Images in Figures 2b and 3 were generated with BioRender.com

Conflicts of Interest: The authors declare no conflict of interest.

References

1. McQuaid, H.N.; Muir, M.F.; Taggart, L.E.; McMahon, S.J.; Coulter, J.A.; Hyland, W.B.; Jain, S.; Butterworth, K.T.;
Schettino, G.; Prise, K.M.; et al. Imaging and radiation effects of gold nanoparticles in tumour cells. Sci. Rep.
2016, 6, 19442. [CrossRef]

2. Zhou, W.; Gao, X.; Liu, D.; Chen, X. Gold Nanoparticles for In Vitro Diagnostics. Chem. Rev. 2015, 115,
10575–10636. [CrossRef] [PubMed]

3. Fu, Q.; Wu, Z.; Xu, F.; Li, X.; Yao, C.; Xu, M.; Sheng, L.; Yu, S.; Tang, Y. A portable smart phone-based
plasmonic nanosensor readout platform that measures transmitted light intensities of nanosubstrates using
an ambient light sensor. Lab Chip 2016, 16, 1927–1933. [CrossRef] [PubMed]

4. Venditti, I.; Hassanein, T.F.; Fratoddi, I.; Fontana, L.; Battocchio, C.; Rinaldi, F.; Carafa, M.; Marianecci, C.;
Diociaiuti, M.; Agostinelli, E.; et al. Bioconjugation of gold-polymer core–shell nanoparticles with bovine
serum amine oxidase for biomedical applications. Colloids Surf. B 2015, 134, 314–321. [CrossRef]

5. Xie, J.; Lee, S.; Chen, X. Nanoparticle-based theranostic agents. Adv. Drug Deliv. Rev. 2010, 62, 1064–1079.
[CrossRef] [PubMed]

6. Yu, M.; Lei, B.; Gao, C.; Yan, J.; Ma, P.X. Optimizing surface-engineered ultra-small gold nanoparticles for
highly efficient miRNA delivery to enhance osteogenic differentiation of bone mesenchymal stromal cells.
Nano Res. 2017, 10, 49–63. [CrossRef]

7. Beik, J.; Abed, Z.; Ghadimi-Daresajini, A.; Nourbakhsh, M.; Shakeri-Zadeh, A.; Ghasemi, M.S.; Shiran, M.B.
Measurements of nanoparticle-enhanced heating from 1MHz ultrasound in solution and in mice bearing
CT26 colon tumors. J. Therm. Biol. 2016, 62, 84–89. [CrossRef]

http://www.mdpi.com/2079-4991/9/5/772/s1
http://dx.doi.org/10.1038/srep19442
http://dx.doi.org/10.1021/acs.chemrev.5b00100
http://www.ncbi.nlm.nih.gov/pubmed/26114396
http://dx.doi.org/10.1039/C6LC00083E
http://www.ncbi.nlm.nih.gov/pubmed/27137512
http://dx.doi.org/10.1016/j.colsurfb.2015.06.052
http://dx.doi.org/10.1016/j.addr.2010.07.009
http://www.ncbi.nlm.nih.gov/pubmed/20691229
http://dx.doi.org/10.1007/s12274-016-1265-9
http://dx.doi.org/10.1016/j.jtherbio.2016.10.007


Nanomaterials 2019, 9, 772 11 of 13

8. Yavuz, M.S.; Cheng, Y.; Chen, J.; Cobley, C.M.; Zhang, Q.; Rycenga, M.; Xie, J.; Kim, C.; Song, K.H.;
Schwartz, A.G.; et al. Gold nanocages covered by smart polymers for controlled release with near-infrared
light. Nat. Mater. 2009, 8, 935–939. [CrossRef]

9. Rossi, A.; Donati, S.; Fontana, L.; Porcaro, F.; Battocchio, C.; Proietti, E.; Venditti, I.; Bracci, L.; Fratoddi, I.
Negatively charged gold nanoparticles as a dexamethasone carrier: Stability in biological media and
bioactivity assessment: In vitro. RSC Adv. 2016, 6, 99016–99022. [CrossRef]

10. Fitzgerald, K.A.; Rahme, K.; Guo, J.; Holmes, J.D.; O’Driscoll, C.M. Anisamide-targeted gold nanoparticles
for siRNA delivery in prostate cancer—synthesis, physicochemical characterisation and in vitro evaluation.
J. Mater. Chem. B 2016, 4, 2242–2252. [CrossRef]

11. Fratoddi, I.; Venditti, I.; Cametti, C.; Russo, M.V. The puzzle of toxicity of gold nanoparticles. The case-study
of HeLa cells. Toxicol. Res. 2015, 4, 796–800. [CrossRef]

12. Nishiyama, N. Nanocarriers shape up for long life. Nat. Nanotechnol. 2007, 2, 203–204. [CrossRef]
13. Fratoddi, I.; Benassi, L.; Vaschieri, C.; Venditti, I.; Bessar, H.; Mai, S.; Azzoni, P.; Magnoni, C.; Costanzo, A.;

Casagrande, V.; et al. Effects of topical methotrexate loaded gold nanoparticle in cutaneous inflammatory
mouse model. Nanomed. NBM Nanotechnol. Biol. Med. 2019, 17, 276–286. [CrossRef]

14. Tummala, S.; Kumar, M.N.S.; Pindiprolu, S.K. Improved anti-tumor activity of oxaliplatin by encapsulating
in anti-DR5 targeted gold nanoparticles. Drug Deliv. 2016, 23, 3505–3519. [CrossRef]

15. Her, S.; Jaffray, D.A.; Allen, C. Gold nanoparticles for applications in cancer radiotherapy: Mechanisms and
recent advancements. Adv. Drug Deliv. Rev. 2017, 109, 84–101. [CrossRef]

16. Zhao, F.; Li, X.; Li, J.; Dou, Y.; Wang, L.; Wu, M.; Liu, Y.; Chang, J.; Zhang, X. Activatable ultrasmall gold
nanorods for “off–on” fluorescence imaging-guided photothermal therapy. J. Mater. Chem. B 2017, 5,
2145–2151. [CrossRef]

17. Venditti, I. Gold nanoparticles in photonic crystals applications: A review. Materials 2017, 10, 97. [CrossRef]
18. Cai, K.; Zhang, W.; Zhang, J.; Li, H.; Han, H.; Zhai, T. Design of Gold Hollow Nanorods with Controllable

Aspect Ratio for Multimodal Imaging and Combined Chemo-Photothermal Therapy in the Second
Near-Infrared Window. ACS Appl. Mater. Interfaces 2018, 10, 36703–36710. [CrossRef]

19. Karabel Ocal, S.; Patarroyo, J.; Kiremitler, N.B.; Pekdemir, S.; Puntes, V.F.; Onses, M.S. Plasmonic assemblies
of gold nanorods on nanoscale patterns of poly(ethylene glycol): Application in surface-enhanced Raman
spectroscopy. J. Colloid Interface Sci. 2018, 532, 449–455. [CrossRef]

20. Placido, T.; Tognaccini, L.; Howes, B.D.; Montrone, A.; Laquintana, V.; Comparelli, R.; Curri, M.L.;
Smulevich, G.; Agostiano, A. Surface Engineering of Gold Nanorods for Cytochrome. ACS Omega 2018, 3,
4959–4967. [CrossRef]

21. Mieszawska, A.J.; Mulder, W.J.M.; Fayad, Z.A.; Cormode, D.P. Multifunctional Gold Nanoparticles for
Diagnosis and Therapy of Disease. Mol. Pharm. 2013, 10, 831–847. [CrossRef] [PubMed]

22. Zhang, J.; Li, J.; Kawazoe, N.; Chen, G. Composite scaffolds of gelatin and gold nanoparticles with tunable
size and shape for photothermal cancer therapy. J. Mater. Chem. B 2017, 5, 245–253. [CrossRef]

23. Chen, H.; Shao, L.; Ming, T.; Sun, Z.; Zhao, C.; Yang, B.; Wang, J. Understanding the Photothermal Conversion
Efficiency of Gold Nanocrystals. Small 2010, 6, 2272–2280. [CrossRef] [PubMed]

24. Chauhan, G.; Chopra, V.; Tyagi, A.; Rath, G.; Sharma, R.K.; Goyal, A.K. “Gold nanoparticles composite-folic
acid conjugated graphene oxide nanohybrids” for targeted chemo-thermal cancer ablation: In vitro screening
and in vivo studies. Eur. J. Pharm. Sci. 2017, 96, 351–361. [CrossRef]

25. D’Acunto, M. Detection of Intracellular Gold Nanoparticles: An Overview. Materials 2018, 11, 882. [CrossRef]
26. Zhou, B.; Song, J.; Wang, M.; Wang, X.; Wang, J.; Howard, E.W.; Zhou, F.; Qu, J.; Chen, W.R. BSA-bioinspired

gold nanorods loaded with immunoadjuvant for the treatment of melanoma by combined photothermal
therapy and immunotherapy. Nanoscale 2018, 10, 21640–21647. [CrossRef]

27. Yi, Y.; Kim, H.J.; Mi, P.; Zheng, M.; Takemoto, H.; Toh, K.; Kim, B.S.; Hayashi, K.; Naito, M.; Matsumoto, Y.;
et al. Targeted systemic delivery of siRNA to cervical cancer model using cyclic RGD-installed unimer
polyion complex-assembled gold nanoparticles. J. Control. Release 2016, 244, 247–256. [CrossRef]

28. Li, W.; Zhao, X.; Du, B.; Li, X.; Liu, S.; Yang, X.-Y.; Ding, H.; Yang, W.; Pan, F.; Wu, X.; et al.
Gold Nanoparticle–Mediated Targeted Delivery of Recombinant Human Endostatin Normalizes Tumour
Vasculature and Improves Cancer Therapy. Sci. Rep. 2016, 6, 30619. [CrossRef]

http://dx.doi.org/10.1038/nmat2564
http://dx.doi.org/10.1039/C6RA19561J
http://dx.doi.org/10.1039/C6TB00082G
http://dx.doi.org/10.1039/C4TX00168K
http://dx.doi.org/10.1038/nnano.2007.88
http://dx.doi.org/10.1016/j.nano.2019.01.006
http://dx.doi.org/10.1080/10717544.2016.1199606
http://dx.doi.org/10.1016/j.addr.2015.12.012
http://dx.doi.org/10.1039/C6TB02873J
http://dx.doi.org/10.3390/ma10020097
http://dx.doi.org/10.1021/acsami.8b12758
http://dx.doi.org/10.1016/j.jcis.2018.07.124
http://dx.doi.org/10.1021/acsomega.8b00719
http://dx.doi.org/10.1021/mp3005885
http://www.ncbi.nlm.nih.gov/pubmed/23360440
http://dx.doi.org/10.1039/C6TB02872A
http://dx.doi.org/10.1002/smll.201001109
http://www.ncbi.nlm.nih.gov/pubmed/20827680
http://dx.doi.org/10.1016/j.ejps.2016.10.011
http://dx.doi.org/10.3390/ma11060882
http://dx.doi.org/10.1039/C8NR05323E
http://dx.doi.org/10.1016/j.jconrel.2016.08.041
http://dx.doi.org/10.1038/srep30619


Nanomaterials 2019, 9, 772 12 of 13

29. Wang, J.; Bai, R.; Yang, R.; Liu, J.; Tang, J.; Liu, Y.; Li, J.; Chai, Z.; Chen, C. Size- and surface chemistry-dependent
pharmacokinetics and tumor accumulation of engineered gold nanoparticles after intravenous administration.
Metallomics 2015, 7, 516–524. [CrossRef]

30. Xia, Q.; Li, H.; Xiao, K. Factors Affecting the Pharmacokinetics, Biodistribution and Toxicity of Gold
Nanoparticles in Drug Delivery. Curr. Drug Metab. 2016, 17, 849–861. [CrossRef]

31. Dyson, P.J.; Sava, G. Metal-based antitumour drugs in the post genomic era. Dalton Trans. 2006, 16, 1929–1933.
[CrossRef]

32. Sava, G.; Bergamo, A.; Dyson, P.J. Metal-based antitumour drugs in the post-genomic era: What comes next?
Dalton Trans. 2011, 40, 9069–9075. [CrossRef]

33. Frezza, M.; Hindo, S.; Chen, D.; Davenport, A.; Schmitt, S.; Tomco, D.; Ping Dou, Q. Novel Metals and Metal
Complexes as Platforms for Cancer Therapy. Curr. Pharm. Des. 2010, 16, 1813–1825. [CrossRef]

34. Monneret, C. Platinum anticancer drugs. From serendipity to rational design. Ann. Pharm. Franc. 2011, 69,
286–295. [CrossRef]

35. Banti, C.N.; Hadjikakou, S.K. Anti-proliferative and anti-tumor activity of silver(i) compounds. Metallomics
2013, 5, 569–596. [CrossRef]

36. Santini, C.; Pellei, M.; Gandin, V.; Porchia, M.; Tisato, F.; Marzano, C. Advances in Copper Complexes as
Anticancer Agents. Chem. Rev. 2014, 114, 815–862. [CrossRef]

37. Rabik, C.A.; Dolan, M.E. Molecular mechanisms of resistance and toxicity associated with platinating agents.
Cancer Treat. Rev. 2007, 33, 9–23. [CrossRef]

38. Galluzzi, L.; Senovilla, L.; Vitale, I.; Michels, J.; Martins, I.; Kepp, O.; Castedo, M.; Kroemer, G. Molecular
mechanisms of cisplatin resistance. Oncogene 2011, 31, 1869. [CrossRef]

39. Porchia, M.; Dolmella, A.; Gandin, V.; Marzano, C.; Pellei, M.; Peruzzo, V.; Refosco, F.; Santini, C.; Tisato, F.
Neutral and charged phosphine/scorpionate copper(I) complexes: Effects of ligand assembly on their
antiproliferative activity. Eur. J. Med. Chem. 2013, 59, 218–226. [CrossRef]

40. Tisato, F.; Marzano, C.; Porchia, M.; Pellei, M.; Santini, C. Copper in diseases and treatments, and copper-based
anticancer strategies. Med. Res. Rev. 2009, 30, 708–749. [CrossRef]

41. De Feo, C.J.; Aller, S.G.; Siluvai, G.S.; Blackburn, N.J.; Unger, V.M. Three-dimensional structure of the human
copper transporter hCTR1. Proc. Natl. Acad. Sci. USA 2009, 106, 4237. [CrossRef]

42. Puig, S.; Thiele, D.J. Molecular mechanisms of copper uptake and distribution. Curr. Opin. Chem. Biol. 2002,
6, 171–180. [CrossRef]

43. Puig, S.; Lee, J.; Lau, M.; Thiele, D.J. Biochemical and Genetic Analyses of Yeast and Human High Affinity
Copper Transporters Suggest a Conserved Mechanism for Copper Uptake. J. Biol. Chem. 2002, 277,
26021–26030. [CrossRef]

44. Kaplan, J.H.; Maryon, E.B. How Mammalian Cells Acquire Copper: An Essential but Potentially Toxic Metal.
Biophys. J. 2016, 110, 7–13. [CrossRef]

45. Porchia, M.; Benetollo, F.; Refosco, F.; Tisato, F.; Marzano, C.; Gandin, V. Synthesis and structural characterization
of copper(I) complexes bearing N-methyl-1,3,5-triaza-7-phosphaadamantane (mPTA): Cytotoxic activity
evaluation of a series of water soluble Cu(I) derivatives containing PTA, PTAH and mPTA ligands. J. Inorg.
Biochem. 2009, 103, 1644–1651. [CrossRef]

46. Santini, C.; Pellei, M.; Papini, G.; Morresi, B.; Galassi, R.; Ricci, S.; Tisato, F.; Porchia, M.; Rigobello, M.P.;
Gandin, V.; et al. In vitro antitumour activity of water soluble Cu(I), Ag(I) and Au(I) complexes supported
by hydrophilic alkyl phosphine ligands. J. Inorg. Biochem. 2011, 105, 232–240. [CrossRef]

47. Marzano, C.; Gandin, V.; Pellei, M.; Colavito, D.; Papini, G.; Lobbia, G.G.; Del Giudice, E.; Porchia, M.;
Tisato, F.; Santini, C. In Vitro Antitumor Activity of the Water Soluble Copper(I) Complexes Bearing the
Tris(hydroxymethyl)phosphine Ligand. J. Med. Chem. 2008, 51, 798–808. [CrossRef]

48. Gandin, V.; Ceresa, C.; Esposito, G.; Indraccolo, S.; Porchia, M.; Tisato, F.; Santini, C.; Pellei, M.; Marzano, C.
Therapeutic potential of the phosphino Cu(I) complex (HydroCuP) in the treatment of solid tumors. Sci. Rep.
2017, 7, 13936. [CrossRef]

49. Tisato, F.; Marzano, C.; Peruzzo, V.; Tegoni, M.; Giorgetti, M.; Damjanovic, M.; Trapananti, A.; Bagno, A.;
Santini, C.; Pellei, M.; et al. Insights into the cytotoxic activity of the phosphane copper(I) complex
[Cu(thp)4][PF6]. J. Inorg. Biochem. 2016, 165, 80–91. [CrossRef]

http://dx.doi.org/10.1039/C4MT00340C
http://dx.doi.org/10.2174/1389200217666160629114941
http://dx.doi.org/10.1039/b601840h
http://dx.doi.org/10.1039/c1dt10522a
http://dx.doi.org/10.2174/138161210791209009
http://dx.doi.org/10.1016/j.pharma.2011.10.001
http://dx.doi.org/10.1039/c3mt00046j
http://dx.doi.org/10.1021/cr400135x
http://dx.doi.org/10.1016/j.ctrv.2006.09.006
http://dx.doi.org/10.1038/onc.2011.384
http://dx.doi.org/10.1016/j.ejmech.2012.11.022
http://dx.doi.org/10.1002/med.20174
http://dx.doi.org/10.1073/pnas.0810286106
http://dx.doi.org/10.1016/S1367-5931(02)00298-3
http://dx.doi.org/10.1074/jbc.M202547200
http://dx.doi.org/10.1016/j.bpj.2015.11.025
http://dx.doi.org/10.1016/j.jinorgbio.2009.09.005
http://dx.doi.org/10.1016/j.jinorgbio.2010.10.016
http://dx.doi.org/10.1021/jm701146c
http://dx.doi.org/10.1038/s41598-017-13698-1
http://dx.doi.org/10.1016/j.jinorgbio.2016.07.007


Nanomaterials 2019, 9, 772 13 of 13

50. Gandin, V.; Tisato, F.; Dolmella, A.; Pellei, M.; Santini, C.; Giorgetti, M.; Marzano, C.; Porchia, M. In Vitro and
in Vivo Anticancer Activity of Copper(I) Complexes with Homoscorpionate Tridentate Tris(pyrazolyl)borate
and Auxiliary Monodentate Phosphine Ligands. J. Med. Chem. 2014, 57, 4745–4760. [CrossRef]

51. Venditti, I.; D’Amato, R.; Russo, M.V.; Falconieri, M. Synthesis of conjugated polymeric nanobeads for
photonic bandgap materials. Sens. Actuators B 2007, 126, 35–40. [CrossRef]

52. De Angelis, R.; Venditti, I.; Fratoddi, I.; De Matteis, F.; Prosposito, P.; Cacciotti, I.; D’Amico, L.; Nanni, F.;
Yadav, A.; Casalboni, M.; et al. From nanospheres to microribbons: Self-assembled Eosin Y doped PMMA
nanoparticles as photonic crystals. J. Colloid Interf. Sci. 2014, 414, 24–32. [CrossRef]

53. Zangrando, M.; Zacchigria, M.; Finazzi, M.; Cocco, D.; Rochow, R.; Parmigiani, F. Polarized high-brilliance
and high-resolution soft x-ray source at ELETTRA: The performance of beamline BACH. Rev. Sci. Instrum.
2004, 75, 31–36. [CrossRef]

54. Moulder, J.F.; Stickle, W.F.; Sobol, P.E.; Bomben, K.D. Handbook of X-Ray Photoelectron Spectroscopy; Perkin-Elmer
Corporation: Eden Prairie, MN, USA, 1996.

55. Beamson, G.; Briggs, D. High Resolution XPS of Organic Polymers; John Wiley & Sons: Chichester, UK, 1992.
56. NIST X-ray Photoelectron Spectroscopy Database, Version 4.1 (National Institute of Standards and

Technology). Available online: http://srdata.nist.gov/xps/.=NIST (accessed on 2 May 2019).
57. Nakayama, T.; Inamura, K.; Inoue, Y.; Ikeda, S.; Kishi, K. Adsorption of benzonitrile and alkyl cyanides on

evaporated nickel and palladium films studied by XPS. Surf. Sci. 1987, 179, 47–58. [CrossRef]

© 2019 by the authors. Licensee MDPI, Basel, Switzerland. This article is an open access
article distributed under the terms and conditions of the Creative Commons Attribution
(CC BY) license (http://creativecommons.org/licenses/by/4.0/).

http://dx.doi.org/10.1021/jm500279x
http://dx.doi.org/10.1016/j.snb.2006.10.036
http://dx.doi.org/10.1016/j.jcis.2013.09.045
http://dx.doi.org/10.1063/1.1634355
http://srdata.nist.gov/xps/. = NIST
http://dx.doi.org/10.1016/0039-6028(87)90119-1
http://creativecommons.org/
http://creativecommons.org/licenses/by/4.0/.

	Introduction 
	Materials and Methods 
	Materials and Characterizations 
	Preparation of Conjugate Nanoparticles 
	Stability and Release Studies 

	Results and Discussion 
	Conjugate Nanoparticles: Preparation, Characterization and Loading Studies 
	HR-XPS Studies 
	Conjugate Nanoparticles: Stability and Release Studies 

	Conclusions 
	References

