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Abstract: Uveal melanoma (UM) is the most common primary intraocular malignant tumor in adults
and around half of the patients develop metastasis and die shortly after because of the lack of effective
therapies for metastatic UM. Consequently, new therapeutic approaches to this disease are welcome.
In this regard, microRNAs have been shown to have a key role in neoplasia progression and have the
potential to be used as therapeutic tools. In addition, in different cancers including UM, a particular
microRNA signature appears that is different from healthy cells. Thus, restoring the regular levels of
microRNAs could restore the normal behavior of cells. In this study, four microRNAs downregulated
in UM have been chosen to reprogram cancer cells, to promote cell death or increase their sensitivity to
the chemotherapeutic SN38. Furthermore, to improve the internalization, stability and/or solubility
of the therapeutic molecules employed in this approach, gold nanoparticles (AuNPs) were used
as carriers. Remarkably, this study found a synergistic effect when the four oligonucleotides were
employed and when the chemotherapeutic drug was added.
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1. Introduction

Uveal melanoma (UM) is a malignant intraocular tumor with a high metastatic risk [1].
Unfortunately, the treatments for the metastatic UM are not effective [2] due to the unique
characteristics of this tumor and because the visible clinical features only emerge at later stages
of the disease [3,4]. Drugs developed for other tumors, such as Irinotecan [5,6], which is used for
colon and lung tumors, have been used for UM. Furthermore, several chemotherapeutics agents are in
clinical trials to treat UM, such as Selumetinib or AZD 8055. While these agents are selective against
the mitogen-activated protein kinase (MAPK) and mammalian target of rapamycin (mTOR) pathways,
respectively; they are not very selective and as a result, healthy cells are also affected.

Therefore, novel approaches to tackle this disease are desirable. In this sense, non-coding genetic
elements, such as microRNAs, endogenous small interference RNAs (endo-siRNAs), long non-coding
RNAs (lncRNAs), PIWI-associated small RNAs (piRNAs) and small nucleolar RNAs (snoRNAs),
are being explored as new therapeutic targets since they play a major role in cellular events such as
cell proliferation, differentiation, apoptosis or invasiveness capacity [7–13]. Interestingly, treatments
based on these molecules are expected to achieve excellent selectivity and reduce side effects as
compared to traditional treatments, because of the complementary sequence interactions involved in
those approaches.

Among the most studied nucleic acids are microRNAs, which besides their therapeutic potential,
can also be used to detect diseases as each tumor presents a unique microRNA profile depending on
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the tissue and cancer stage [14]. Additionally, several studies use their particular signature to classify
the different diseases and use this information to apply the most suitable treatment [8,15].

MicroRNAs are transcribed initially as primary precursors (pri-microRNAs) from intron coding
genes or intergenic regions, which are cleaved by the Drosha complex to produce the precursor hairpin
molecule (pre-microRNA). These structures are transported by exportin-5 from the nucleus to the
cytoplasm, where the Dicer complex processes pre-microRNAs into the mature microRNAs. Finally,
the mature microRNAs guide the RNA-induced silencing complex (RISC) to their corresponding target
messenger RNAs (mRNAs), promoting transcript reduction and/or inhibition [16].

MicroRNAs are dysregulated in many diseases such as Alzheimer’s, cardiac damage, and
cancer [17–22]. Particularly in cancers such as sarcoma, glioblastoma, pancreatic cancer, breast
and colon cancer, oncogenic microRNAs (e.g., microRNA-20a, microRNA-9, microRNA-21) are
overexpressed [23] and/or tumor suppressors microRNAs (e.g., microRNA-145, microRNA-204)
are downregulated [24].

In the present study, microRNA-34a, microRNA-182, microRNA-137 and microRNA-144 have
been selected since they are downregulated in UM and other cancers [25]. In particular, they are
used in combination as this could provide better results, when compared to the use of individual
microRNAs [26]. Regarding their roles, microRNA-34a is a proapoptotic transcriptional target
of the p53 tumor-suppressor gene effector network. Its primary target is the c-Met mRNA [27],
which is a tyrosine-kinase receptor implicated in the pathways of son of sevenless homolog (SOS),
phosphatidylinositol 3-kinase (PI3K), and the Ras protein family [28]. Moreover, overexpression
of microRNA-34a can downregulate the Akt protein and cell cycle-related proteins, reducing the
metastatic and proliferation potential of the cells [27].

MicroRNA-182 participates in the tumor suppression network of p53 in UM, where melanogenesis
associated transcription factor (MITF), B-cell lymphoma 2 (BCL2) and cyclin D2 are its main
targets. MITF is a master regulator of melanoma oncogenes that mediates the inhibition of Akt and
extracellular signal-regulated kinases ERK1/2 pathways, in addition to controlling c-Met. Furthermore,
microRNA-182 controls the forkhead box protein O1 (FoxO1), which is related to osteogenesis, T-cell
development and tumorigenesis [29].

MicroRNA-137 has three major targets: MITF, and the cyclin-dependent kinases CDK2 and CDK6.
It is a potent suppressor of the p160 steroid receptor co-activator (SRC) family of transcriptional
co-activators, which can inhibit SRC-mediated, steroid receptor-dependent and -independent
transcription [30]. Other studies identified C-terminal binding protein 1 (CTBP1) as a microRNA-137
target. By regulating CTBP1 through microRNA-137, it is possible to avoid E-cadherin suppression [31].

MicroRNA-144 acts as a tumor suppressor in UM, inhibiting cell proliferation and migration.
As with the previously mentioned microRNAs, c-Met is one of its potential targets [32].

To restore the normal levels of microRNAs in tumoral cells, vectors encoding those microRNAs
or whole microRNAs can be added to cells. However, modified nucleic acids that mimic the role of
the microRNAs (microRNAs mimics) are usually employed at the preclinical and clinical level [26,33],
such as small interference RNAs (siRNAs), which must be modified to increase their stability in serum
and achieve the required activity [34]. A related strategy employs the use of antisense technologies,
which are made of deoxyribonucleotides. Such DNA-based microRNA mimics are more stable and
cheaper than their RNA counterparts, and despite their lower activity, they can be used in combination
with chemotherapeutic agents with remarkable results [35,36]. Despite the enormous potential of
oligonucleotides as therapeutics, they present some disadvantages, mainly when based on RNA,
as outlined below.

1. Low stability. They can be degraded by blood circulating enzymes [37], reducing their therapeutic
activity [17].

2. Poor cell internalization. Their negative charge prevents passive endocytosis [17].
3. Poor cellular selectivity. The oligonucleotides cannot discriminate between healthy and cancer

cells, leading to a non-specific delivery [37].
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To overcome these problems, delivery systems such as micelles, liposomes, dendrimers, inorganic
particles, nanotubes and carbon nanoparticles, nanoemulsions, viral nanocarriers, polymeric or peptide
nanoparticles and solid lipid nanoparticles are being evaluated [38–46].

Among the different systems, gold nanoparticles (AuNPs) are excellent nanomaterials for this
purpose, since they are easy to prepare and modify and are considered non-toxic when properly
modified. In particular, when functionalized with oligonucleotides these structures do not affect
the gene expression or viability of cells. In this case, when the AuNPs are densely modified with
oligonucleotides, they are known as spherical nucleic acids (SNAs), which, among other properties,
can translocate easily in a wide variety of cell lines [47–49].

Despite the great therapeutic potential of oligonucleotides, chemotherapy-based treatments are
usually employed to treat cancers. Unfortunately, the associated lack of selectivity, drug resistance,
and high toxicity make this approach far from ideal and limits its use [50]. Indeed, monotherapy has
been proven ineffective for cancer treatment due to the development of resistance and metastasis. For
this reason, combination therapies are the preferred choice, since it is possible to reduce the amount
of the most toxic agent [51] and reduce relapse. In this sense, the combination of microRNAs and
chemotherapeutic drugs has provided excellent results in different type of cancers, such as human
glioma [26].

In this study, we have used SN38 (7-ethyl-10-hidroxycamptothecin), a topoisomerase I
inhibitor [52] in combination with oligonucleotides, which are designed to mimic the role of the
above-mentioned microRNAs. SN38 has not been tested in UM, although there are reports on
Irinotecan, its prodrug, which presents 200–2000-fold less activity [53]. The principal drawback of SN38
is its poor aqueous solubility (<5 µg/mL), which prevents systemic administration [54]. To overcome
this limitation, drug delivery systems based on liposomes have been reported [53]. In this regard,
we envision that the conjugation of therapeutic oligonucleotides and SN38 on AuNPs can overcome
the inherent limitations of these molecules and provide a more effective therapy.

2. Materials and Methods

2.1. Materials

Solvents and chemical reagents were purchased from Sigma-Aldrich (San Luis, MO, USA),
abcr GmbH (Karlsruhe, Germany), Thermo Fisher Scientific (Waltham, MA, USA), Scharlab (Sentmenat,
Barcelona, Spain), FluoroChem (Hadfield, UK) and VWR (Radnor, PA, USA).

Oligonucleotides were purchased from Integrated DNA Technologies (IDT, Coralville, IA, USA).
Roswell Park Memorial Institute (RPMI) medium, streptomycin–penicillin (100X), fetal bovine

serum (FBS), L-glutamine (100X), trypsin (10X), phosphate-buffered saline (PBS) and cell culture
plasticware were purchased from VWR. Thiazolyl blue tetrazolium bromide, propidium iodide (PI),
Hoechst 33342 and dimethyl sulfoxide (DMSO) were obtained from Sigma-Aldrich; and Lipofectamine
2000, RNase H and Opti-MEM from Thermo Fisher Scientific. c-Met and anti-rabbit IgG Alexa Fluor
488 antibodies were purchased from Cell Signaling Technology (Danvers, MA, USA).

2.2. Modified Oligonucleotides

The sequences of the oligonucleotides employed are described in Table 1. siRNA duplexes were
obtained after the annealing of complementary sequences using an annealing buffer described in
Section 2.3.1. The aptamer AS1411 was prepared as previously reported in a Mermade 4 DNA
synthesizer [47].
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Table 1. Oligonucleotides (DNA and RNA) used in this study.

Entry Oligonucleotides Sequence

1 DNA-34a 5′-TGGCAGTGTCTTAGCTGGTTGTTAAAAA-3′

2 DNA-182 5′-TTTGGCAATGGTAGAACTCACACTAAAAA-3′

3 DNA-137 5′-TTATTGCTTAAGAATACGCGTAGAAAAA-3′

4 DNA-144 5′-GGATATCATCATATACTGTAAGAAAAA-3′

5 DNA-34a 5′-TGGCAGTGTCTTAGCTGGTTGTTAAAAA–Thiol-3′

6 DNA-182 5′-TTTGGCAATGGTAGAACTCACACTAAAAA–Thiol-3′

7 DNA-137 5′-TTATTGCTTAAGAATACGCGTAGAAAAA–Thiol-3′

8 DNA-144 5′-GGATATCATCATATACTGTAAGAAAAA–Thiol-3′

9 RNA-34a pass 5′-Thiol–AAAAAArCrArArCrCrArGrCrUrArArGrArCrArCrUrGrCrCrU-3′

10 RNA-34a guide 5′-rUrGrGrCrArGrUrGrUrCrUrUrArGrCrUrGrGrUrUrGrU-3′

11 RNA-182 pass 5′-Thiol–AAAAAArGrUrGrUrGrArGrUrUrCrUrArCrCrArUrUrGrCrCrArArA-3′

12 RNA-182 guide 5′-rUrUrUrGrGrCrArArUrGrGrUrArGrArArCrUrCrArCrArCrU-3′

13 RNA-137 pass 5′-Thiol–AAAAACUACGCGUAUUCUUAAGCAAUAA-3′

14 RNA-137 guide 5′-rUrUrArUrUrGrCrUrUrArArGrArArUrArCrGrCrGrUrArG-3′

15 RNA-144 pass 5′-Thiol–AAAAArCrUrUrArCrArGrUrArUrArUrGrArUrGrArUrArUrCrC-3′

16 RNA-144 guide 5′-rGrGrArUrArUrCrArUrCrArUrArUrArCrUrGrUrArArG-3′

17 AS1411 [47] 5′-GGTGGTGGTGGTTGTGGTGGTGGTGGTTTTTT–Dithiolane-3′

2.3. Oligonucleotide Solution Preparation

2.3.1. RNA Annealing (siRNAs)

siRNA duplexes were obtained by mixing the guide and the passenger oligonucleotides in
an annealing buffer. The annealing buffer was prepared following the Sigma-Aldrich protocol for
annealing oligonucleotides [55].

siRNA-34a was obtained from oligonucleotides 9 and 10; siRNA-182 was obtained from 11 and
12; siRNA-137 was obtained from 13 and 14 and siRNA-144 was obtained from 15 and 16 (Table 1).

2.3.2. siRNA Mix

A sample containing the four siRNAs previously prepared was obtained by mixing equimolar
quantities of each siRNA.

2.3.3. DNA Mix

DNA mix-1 (34.04 µM, final concentration) was obtained from equimolar amounts of
oligonucleotides 1, 2, 3 and 4 (Table 1) in water. This mixture contains unmodified oligonucleotides.

DNA mix-2 (20 µM, final concentration) was obtained from equimolar amounts of
oligonucleotides 5, 6, 7 and 8 (Table 1) in water. This mixture contained thiol-modified oligonucleotides
and was used for the functionalization of AuNPs.

2.4. Gold Nanoparticles Synthesis and Characterization

The gold nanoparticles were prepared following standard reported procedures [56]. The AuNPs
concentration was calculated using the Beer–Lambert law [57] from the absorbance recorded at 520
nm and the extinction coefficient of 2.7 × 108 for 13 nm nanoparticles [58].

Particle size and shape were examined by transmission electron microscopy (TEM) in a JEOL JEM
1010 (JOEL, Akhisima, Japan), operating at 100 kV. Samples were prepared by placing one drop of a
dilute suspension onto a carbon-coated copper grid and drying the drop with paper after 2 min. The
size distributions were determined through manual analysis of ensembles of over 200 particles found
in randomly selected areas of the enlarged micrographs, with Image J software [59] to obtain the mean
size and standard deviation (Supplementary Figure S1).

Gold Nanoparticle Functionalization

The bare nanoparticles were modified with the different components using the conditions
summarized in Table 2. The oligonucleotides (DNA mix 2 and siRNA mix) were previously treated
for 1 h with tris(2-carboxyethyl) phosphine hydrochloride (TCEP), to remove the protecting groups
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on the thiol moieties. After the addition of each reagent, the solution was incubated for 30 min. The
procedure was done as follows: The reagents were added to 1 mL of a solution of AuNPs (10 nM) in
the order and quantities detailed in Table 2. The last step involves the addition of NaCl (70 µL, 5 M)
and incubation with agitation at room temperature overnight. The particles were centrifuged down
(300× g) at 4 ◦C, the supernatant removed and resuspended in water. The process was repeated three
times to remove the unbound material [60].

Table 2. Modification of gold nanoparticles (AuNPs).

Nanoparticle Reagents Used in the Preparation

AuNP DNA mix 500 µL DNA mix 2
AuNP siRNA mix 500 µL siRNA mix

AuNP SN38 4.06 µL AS1411 (492 µM) + 5 µL SN38 (2 mM in DMSO)

The amount of oligonucleotide on the nanoparticle was determined as follows: after purification
of the nanoparticle the supernatants were dried in an Eppendorf Concentrator plus (V-AQ mode)
(Eppendorf, Hamburg, Germany) for 5 h; then the sample was diluted in water (1 mL) and the
concentration of oligonucleotides quantified by absorbance at 260 nm in a plate reader Synergy
H4 Hybrid reader (BioTEK, Winooski, VT, USA). This amount was subtracted from the amount
added. Concentrations of AuNP–DNA mix and AuNP siRNA mix were 3.9 and 3.28 µM, respectively.
The quantification of SN38 on the nanoparticle was carried out in the same way as above, but the
absorbance was recorded at 380 nm, resulting in a concentration of 10 µM.

The hydrodynamic size, by dynamic light scattering (DLS), and zeta-potential of the AuNPs was
measured on a Zeta Sizer Nano-ZS (Malvern Instruments, Worcestershire, UK). The studies were
performed in 12 runs, in a standard cuvette at 25 ◦C. The AuNPs were diluted in 1 mL water (pH 5.8) to
a final concentration of 1 nM. The AuNP’s refraction index for a spherical particle was 1.330. The data
presented is the average distribution of these measurements as a function of the number of particles
expressed as a percentage.

2.5. Cell Culture and Viability Studies

Mel 202 cells were cultured (Mel202 were donated by Susana Ortiz-Urda at the University of
California, San Francisco, CA, USA) in RPMI medium with 10% FBS, 1% streptomycin–penicillin and
1% L-glutamine at 37 ◦C in a Binder CB210 incubator (5% CO2). All the procedures were performed
inside a laminar flow hood Telstar CV-30/70 (Telstar, Terrassa, Spain). Cells were grown in 24-well
plates (30,000 cells/well).

The experiments were done when cells reached 60% confluency.

2.5.1. alamarBlue Viability Assay

A stock solution of resazurin sodium salt (Sigma-Aldrich, St. Louis, MO, USA) (1 mg/mL) in PBS
was diluted 1% (v/v) in complete RPMI medium and added to the cells. After 3 h in the incubator
(37 ◦C), the fluorescence was measured at 25 ◦C in a plate reader Synergy H4 Hybrid reader (BioTEK),
λex = 550 nm, λem = 590 nm.

The fluorescent intensity measurements were processed using the following Equation:

% Cell viability = ((Sample data −Negative control)/(Positive control −Negative control)) × 100

The positive control corresponds with untreated cells. A resazurin solution without cells was
used as negative control.
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2.5.2. Oligonucleotide Transfection

A total of 50 µL Opti-MEM was mixed with oligonucleotides (14, 15, 16, 17) or DNA mix 1.
Next, it was mixed with 1 µL lipofectamine 2000 in 50 µL Opti-MEM. The final mixture was incubated
for 20 min and then 100 µL of the final mixture was added to cells. The final concentration of 14, 15,
16, 17 or DNA mix 1 was 140 nM. After 24 h, the cells were washed three times with PBS and RPMI
medium was added.

2.5.3. Chemotherapy

SN38 stock solution was prepared at 100 µM in DMSO. Then different concentrations of SN38 (100,
50, and 25 nM) were prepared in RPMI medium. It was incubated for 24 h with the cells, then washed
three times with PBS and RPMI medium was added. After an additional 24 h, the viability assay was
carried out as described in Section 2.5.1.

2.5.4. Combination Treatment

In this case, the oligonucleotides were transfected, as indicated in Section 2.5.2. After 24 h the
cells were washed three times with PBS. Then SN38 (25 nM/well) was added and incubated for an
additional 24 h. Then, the cells were washed with PBS and RPMI medium was added. The cell viability
was evaluated after their incubation for an additional 24 h.

2.5.5. Nanoparticles Treatment

A volume of 100 µL functionalized AuNPs were added in Opti-MEM (500 µL, total volume).
The cells were incubated for 24 h, washed with PBS and RPMI medium was added. Twenty-four hours
later, the viability was assessed, as described in Section 2.5.1.

2.6. c-Met Immunofluorescence

Cells were treated with the oligonucleotides as described in Section 2.5.2 and an
immunofluorescence staining was performed as reported elsewhere [59] using an anti-c-Met antibody
(Ab 1003, Cellular Signaling Technology, Danvers, MA, USA) (1:200) as a primary antibody and a
goat anti-rabbit IgG Alexa 488 (1:200) as a secondary antibody. The nucleus was stained with Hoechst
33342 and fluorescence was examined using a Leica DMI3000 M inverted microscope (Leica, Wetzlar,
Germany) at 274.29 exposure units. Images were collected and analyzed using a customized script for
Fiji [61].

2.7. Flow Cytometry

Cells were harvested in 6-well plates at a 60% confluency and the treatment was carried out
as described above. Then, the samples were trypsinized, fixed with paraformaldehyde 1% (v/v),
washed with PBS and centrifuged at 177× g for 5 min in an Eppendorf centrifuge 5804 R (Eppendorf,
Hamburg, Germany). Each sample was treated with 10 µg RNAsa A and 20 µg PI. Cell cycle analysis
was performed in a Beckman Coulter Cytomics 500 Flow Cytometer (Beckman Coulter, Indianapolis,
IN, USA) using 20,000 cells. The acquired data was analyzed with Multicycle software (Perttu Terho,
Turku Centre for Biotechnology, Turku, Finland).

These experiments were performed in the Flow Cytometry Service at the CNB-CSIC.

2.8. Synthesis of Modified SN38

All reactions (Scheme 1) were monitored by thin-layer chromatography (TLC), which was
performed on sheets of silica gel 60 F254 (Sigma-Aldrich). The products were purified by flash
column chromatography using silica gel (60 Å, 230 × 400 mesh). Nuclear magnetic resonance (NMR)
spectra were recorded on a Bruker Instrument (Bruker, Mannheim, Germany) and reported in MHz
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as solutions in CDCl3, the chemical shifts are reported in parts per million (ppm), and the coupling
constants are reported in Hz.
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Scheme 1. Synthesis of the modified SN38 (2) with the linker for the conjugation with
AuNPs. Lipoic acid was activated (1) and incubated with SN38 to yield the desired product (2). DCC:
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2.8.1. α-Lipoic Acid–NHS (1)

Lipoic acid (1 g, 1 equiv) and N-hydroxysuccinimide (NHS) (667 mg, 1.2 equiv) were dissolved
in tetrahydrofuran (THF) (20.8 mL), and the solution was stirred at 0 ◦C for 10 min. A solution of
N,N’-dicyclohexylcarbodimide (DCC) (1.2 g, 1.2 equiv) in THF (1.7 mL) was added slowly to the
lipoic acid and NHS solution. The reaction was stirred at room temperature for 5 h. The mixture was
filtered, and the solution was kept in the freezer overnight, it was filtered again and the solvent was
eliminated in vacuum. The compound 1 (Scheme 1) was obtained as yellow oil (1.43 g, 99% yield) [62].
1H NMR (400 MHz, CDCl3): δ = 3.60–3.50 (m, 4H), 3.20–3.06 (m, 1H), 2.81 (s, 4H), 2.61 (t, J = 7.4 Hz,
2H), 2.50–2.36 (m, 1H), 1.94–1.88 (m, 1H), 1.82–1.72 (m, 2H), 1.72–1.66 (m, 2H), 1.62–1.46 (m, 2H)
(Supplementary Figure S2). 13C NMR (101 MHz, CDCl3): δ = 169.13, 168.42, 67.42, 40.15, 38.52, 34.42,
33.21, 30.79, 25.59, 22.59, 24.36, 23.39.

2.8.2. α-Lipoic Acid–SN38 (2)

Compound 1 (56 mg, 2 equiv), SN38 (36 mg, 1 equiv) and 4-dimethylaminopyridine (DMAP)
(3 mg) were dissolved in dimethylformamide (DMF) (3.7 mL), then N,N-diisopropylethylamine
(DIPEA) was added to the solution. The reaction was stirred at 50 ◦C for 18 h. The solvent was
eliminated in vacuum and the crude was purified by flash chromatography (CH2Cl2→ CH2Cl2/MeOH
40:1) to obtain the compound 2 (Scheme 1) as white-yellow solid (21 mg, 40% yield). 1H-NMR (400
MHz, CDCl3): δ = 8.24 (d, J = 9.2 Hz, 1H), 7.83 (d, J = 2.5 Hz, 1H), 7.65 (s, 1H), 7.55 (dd, J = 9.2, 2.5 Hz,
1H), 5.76 (d, J = 16.3 Hz, 1H), 5.35–5.29 (m, 1H), 5.26 (s, 2H), 3.68–3.59 (m, 1H), 3.25–3.10 (m, 4H), 2.69
(t, J = 7.4 Hz, 2H), 2.55–2.46 (m, 1H), 2.00–1.93 (m, 1H), 1.90–1.83 (m, 3H), 1.83–1.76 (m, 2H), 1.70–1.59
(m, 3H), 1.40 (t, J = 7.7 Hz, 3H), 1.04 (t, J = 7.4 Hz, 3H) (Supplementary Figure S3). 13C-NMR (101 MHz,
CDCl3): δ = 173.95, 171.85, 157.67, 151.94, 150.18, 149.64, 147.49, 146.95, 145.27, 132.13, 127.48, 127.27,
125.41, 118.55, 114.59, 97.98, 72.76, 66.38, 56.34, 49.40, 40.29, 38.55, 34.61, 34.21, 31.62, 28.75, 24.58, 23.19,
14.01, 7.83 (Supplementary Figure S4).

2.9. Statistical Analysis

The statistical analysis was performed in R Project for Statistical Computing (R-3.2.5) software [63].
One-way analysis of variance (ANOVA) was used to compare the mean value of each condition vs.
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control. Significant differences between the means were accepted when the p-value was lower than
0.001 (***).

3. Results

3.1. DNA-Based microRNA Mimics

DNA-based microRNA mimics 1, 2, 3, and 4 (Table 1) were transfected individually into Mel
202 cells and cell viability was assessed using the alamarBlue assay after 48 h. The reduction in cell
viability was negligible in all cases (Figure 1a), and the effect of the microRNA mimics when combined
was evaluated, both in pairs (Figure 1b) and all together in DNA mix 1 (Figure 1c). Interestingly, a 30%
reduction in cell viability was observed in the latter conditions.

In addition, the effect of the mixture on the expression of c-Met was analyzed by
immunofluorescence (Figure 1d,e). Remarkably, the images revealed significant changes in fluorescence
when the cells were treated with the DNA mix, precisely a 67% reduction in the expression of c-Met.
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evaluated in combination with SN38, since a higher reduction in cell viability could be expected. 

Figure 1. Activity of microRNA mimics. (a–c) Cell viability assay in Mel 202 cells using different
combination of oligonucleotides 1, 2, 3 and 4: (a) Mel 202 cells were transfected with individuals
oligonucleotides (1, 2, 3 and 4) treatment at 140 nM/well; (b) Mel 202 cells were transfected with
oligonucleotides in pairs (final oligonucleotide concentration of 140 nM); (c) Mel 202 cells were
transfected with DNA mix 1 at 140 nM (*** p < 0.001). (d,e) Immunofluorescence analysis in Mel
202 cells: (d) Fluorescence intensity (arbitrary units, AU) of c-Met in untreated cells and treated with
the DNA mix 1 (*** p < 0.001); (e) Representative immunofluorescence images of cells untreated (I) and
treated with the DNA mix 1 (II). c-Met is shown in green and nucleus are labeled in blue by Hoechst
staining. Statistical analysis was performed using one-way ANOVA (each group vs. control).

3.2. Combination Therapy

Since the DNA mix 1 provided a cytotoxic effect and reduced c-Met expression, we decided
to study the effect in combination with the chemotherapeutic drug SN38. The siRNA mix was also
evaluated in combination with SN38, since a higher reduction in cell viability could be expected.

First, the half maximal inhibitory concentration (IC50) of SN38 (100 nM) was assessed in Mel
202 cells (Figure 2a), and then the combined effect of the SN38 with DNA mix 1 and siRNA mix
were examined (Figure 2b). A significant reduction in cell viability (50%) was observed using low
concentrations of the drug (25 nM) and the DNA mix 1 or siRNA mix.

With the aim to study the potential effect of this combination on the cell cycle (Figure 3), cells were
harvested after the treatment and analyzed by flow cytometry. The effect of DNA mix 1 was negligible
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(Figure 3b) as compared with the effect obtained with SN38, which significantly increases G2/M phase
cells (Figure 3c).

1 

 

 

 

Figure 2. Half maximal inhibitory concentration (IC50) of SN38 and combination therapy efect. (a) Cell
viability assay in Mel 202 cells treated with SN38 at different concentrations. The IC50 in which the cell
viability is reduced 50% is 100 nM for Mel 202 cells (*** p < 0.001). (b) Cell viability assay in Mel 202
cells treated with SN38, DNA mix 1 and siRNA mix. The cell viability is reduced by 50% at a very low
concentration of SN38 in the combination conditions (*** p < 0.001). Statistical analysis was performed
using one-way ANOVA (each group vs. control).
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3.3. Gold Nanoparticles as Carriers

Gold nanoparticles were prepared based on the Turkevich method [64] and modified with the
oligonucleotides (DNA mix 2 and siRNA mix) and SN38 as described in Section 2.4. Specifically,
the bare nanoparticles were incubated with oligonucleotides (DNA mix 2 or siRNA mix) modified
with a thiol moiety in the presence of NaCl for 16 h. In the case of the nanoparticle modified with
SN38, the particles were previously incubated with the aptamer AS1411 for 30 min, and the modified
SN38 (2) was then added to the solution (Figure 4).
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Figure 4. Functionalization of AuNPs with (a) DNA mix 2, and (b) aptamer AS1411 and modified
SN38 (2).

Once the unbound material was removed, the sizes of the three formulations (AuNPs DNA
mix, AuNPs siRNA mix, and AuNP SN38) were characterized by DLS. The average size of the
hydrodynamic diameter was 13–15 nm (Figure 5a–c).

The zeta-potential was carried out to assess the charges in the AuNPs before and after the
functionalization using solutions of the samples in water at 8.3 nM. Bare AuNPs had a zeta-potential
of −37.9 ± 0.603 mV; AuNP SN38 of −22.1 ± 1.84 mV; AuNP DNA mix of −35 ± 2.72 mV; and AuNP
siRNA mix of −35.8 ± 2.35 mV.

The ultraviolet–visible (UV–vis) spectrum, performed in a plate reader synergy H4 Hybrid reader
(BioTEK) at 25 ◦C, revealed the characteristic plasmon band at 520 nm of AuNPs (Figure 4d).

The activity of functionalized AuNPs was evaluated in Mel 202 cells, where the AuNP DNA mix
did not reduce the viability of the cells. When the AuNP SN38 was added the viability was reduced,
and this reduction was even higher when used in combination with the AuNP siRNA mix (Figure 6a).

Cell viability on Mel 202 was reduced after AuNP siRNAs mix treatment, and it was further
reduced when AuNP siRNAs were combined with AuNP SN38. (Figure 6b). Interestingly, the cell cycle
was affected when SN38 was present, but not when siRNAs were used in the formulation (Figure 7,
and Supplementary Figures S5 and S6).
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Figure 6. Cell viability assay in Mel 202 cells treated with (a) AuNP DNA mix, AuNP SN38, and their
combination (AuNP DNA mix + AuNP SN38) (*** p < 0.001). (b) AuNP siRNA mix, AuNP SN38 and
their combination (AuNP siRNA mix + AuNP SN38) (*** p < 0.001). Statistical analysis was performed
using one-way ANOVA test (each group vs. control).
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4. Discussion

4.1. DNA-Based microRNA Mimics

Antisense technology has been used to reduce the expression of mRNAs [64]. It requires the
formation of duplexes between the oligonucleotides and the target mRNAs, which usually leads
to the degradation of the RNA by ribonuclease H (RNase H). Herein, this reactivity has been
exploited using oligonucleotides with the same sequence as four microRNAs downregulated in
UM: microRNA-34a, microRNA-182, microRNA-137, and microRNA-144 [24]. These DNA-based
microRNA mimics are expected to reduce the tumor behavior of cancer cells [65] or increase their
sensitivity to chemotherapeutics [66].

To test the effectiveness of the selected DNA-based microRNA mimics, 1, 2, 3 and 4 (Table 1) were
transfected individually, in pairs and all together into Mel 202 cells (Figure 1a–c). The effect achieved
by single oligonucleotides was negligible, including when combined in pairs. Interestingly, a 30%
reduction in viability resulted when all the oligonucleotides were used as a 1:1:1:1 mixture, despite their
lower individual concentration compared with the previous two experiments. This reduction might be
due to a synergistic activity when combining the inhibitions of the different pathways associated with
the microRNAs.

After this experiment, the effect of the microRNA mimics in the cells was assessed using other
techniques. Since the microRNAs selected can reduce the expression of c-Met [27,32,67], the effect of
the DNA mix 1 was studied by immunofluorescence. c-Met is a tyrosine kinase receptor implicated in
the metastasis and malignancy of UM [28] and is usually overexpressed in UM [68,69]. Remarkably,
the images revealed significant changes in fluorescence when the cells were treated with DNA mix 1,
which resulted in a 67% reduction in expression (Figure 1e).

4.2. Combination Therapy

Since the DNA-based microRNA mimics affect cell viability and c-Met expression, their effect was
studied in combination with a chemotherapeutic drug. This approach might prevent the generation of
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resistance since c-Met is significantly reduced [70]. Here, SN38 was selected as an analog of Irinotecan,
which has been recently used in metastatic UM [71].

After assessing the IC50 of the drug in Mel 202 cells (Figure 2a), the effect of the SN38 in
combination with DNA mix 1 and the siRNA mix was studied (Figure 2b). A significant reduction in
the cell viability (50%) was observed using low concentrations of the drug (25 nM) and DNA mix 1 or
the siRNA mix. Remarkably, the effect observed was synergistic according to the method described by
Valeriote [72]. In this method, the efficacy of the individual drugs (εA, εB) is compared to the combined
treatment (εA + B). It is synergistic if εA + B < (εA × εB)/100; additive, if εA + B = (εA × εB)/100;
sub-additive if (εA × εB)/100 < εA + B < εA, provided εA < εB; interfering if εA < εA + B < εB,
when εA < εB; or antagonistic, if εB < εA + B, when εA < εB. According to this method, the proposed
treatment had a synergistic effect.

This result highlights the potential of this approach, where reprograming the behavior of UM
through oligonucleotides allows for a significant reduction of the dose of SN38 to 25 nM; potentially
decreasing side effects [73].

Furthermore, the reduction of c-Met expression observed in the combination approach could also
lead to a reduction of drug resistance, as mentioned previously.

The effect of this approach was also studied on the cell cycle, which is related to tumor progression
and cell death. DNA mix 1 did not modify the cell cycle significantly. In contrast, SN38 promoted
a reduction in the G1 phase and an increase in G2 phase (Figure 3c), as previously reported [74,75].
When DNA mix 1 and SN38 were used in combination, the G2 arrest was also increased but less than in
the case of SN38 alone (Figure 3c,d), despite the higher decrease in cell viability observed (Figure 2b).

4.3. Gold Nanoparticles as Vehicles

As mentioned in the Introduction, the delivery of oligonucleotides and drugs can be problematic
for several reasons. The charges of phosphate groups on the oligonucleotides prevent their
internalization inside the cells [49,76], and the drug has low solubility in water [17]. Thus, gold
nanoparticles were used to overcome these limitations. The conjugation of oligonucleotides was
achieved through a thiol modification. Thus, the oligonucleotides were deprotected using TCEP and
incubated with the gold nanoparticles, affording stable nanostructures. In the case of SN38, a linker
was prepared that allows its easy conjugation to the nanoparticles. However, the first attempts led to
the aggregation of the nanostructure. To increase its stability, the aptamer AS1411 was used, which has
previously been employed to stabilize nanoparticles [47]. This aptamer can recognize the nucleolin
protein present in the membrane of tumoral cells [77] and therefore can be used to increase their
internalization. Using this approach, stable AuNPs modified with SN38 were obtained.

The changes in the zeta-potential confirms that the nanoparticles have been modified. In this
regard, the addition of SN38 reduced the negative charge, as expected. In the case of AuNP DNA mix
or AuNP siRNA mix we did not observe significant changes in the charge. This is due to the presence
of the phosphate groups.

The particles prepared were tested in cell culture, individually and in combination, revealing
that when the two types of nanoparticles where used (AuNP DNA mix and AuNP SN38), a higher
inhibition was obtained, as observed previously with the oligonucleotides and the free drug.

Furthermore, AuNPs modified with siRNAs instead of DNAs were assessed, since siRNAs inhibit
gene expression or mimic microRNAs better than DNA oligonucleotides. In this case, the inhibition
by the AuNP siRNA mix was higher than that by the AuNP DNA mix, and it was even higher when
combined with SN38. Interestingly, in both cases, the effect was synergistic [72], probably due to their
different mechanism of action and the different process and pathways involved in both therapeutics.

The cell cycle analysis showed a significant effect when AuNP SN38 was used. However, this
effect was reduced when combined with AuNP DNA mix, and particularly with AuNP siRNA mix.
This result suggests that the DNA or RNA therapy reprogrammed the cells to a state where the G2
arrest of SN38 cannot be detected. In other words, the selected oligonucleotides could lead the cell
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cycle progression as was previously reported with other microRNAs, such as the microRNA-181
family [78].

5. Conclusions

The use of microRNA mimics as therapeutics against uveal melanoma has been evaluated.
These DNA-based mimics are not active when used individually or in pairs, but they present significant
activity when used in combination. This might be due to the synergy of the sequences selected that
interact with different pathways involved in cell survival. Remarkably, this system can be used to
increase the sensitivity of Mel 202 cells to SN38, requiring only 25 nM to achieve the same activity
of the drug alone at 100 nM. Again, the synergy observed with this combination might be due to
the complementary targets of the bioactive molecules (microRNA mimics and SN38). Furthermore,
microRNA mimics and SN38 have been conjugated to gold nanoparticles to overcome their inherent
limitations for biomedical applications, such as stability, translocation, and solubility. Interestingly,
the nanoformulations obtained present an activity comparable to the free bioactive molecules, and the
same synergistic effect when combined. Finally, RNA-based mimics have been used in the same way,
providing even higher cytotoxic activity. The unique combination of oligonucleotides employed here
might be reprogramming the cancer cells, making them more susceptible to SN38.

Supplementary Materials: The following are available online at http://www.mdpi.com/2313-7673/3/4/28/s1.
Figure S1: TEM analysis of AuNPs, Figure S2: 1H NMR of compound 1, Figure S3: 1H NMR of compound 2,
Figure S4: 13C NMR of compound 2, Figure S5: Cell cycle analysis, Figure S6: Distribution of Mel 202 cells treated
with AuNPs by flow cytometry.

Author Contributions: Conceptualization, Á.S.; Methodology, P.M.R. and A.L.; Software, Á.d.M.; Formal analysis,
P.M.R., C.R.D. and A.L.; Writing—review and editing, Á.S., P.M.R. and C.R.D.

Funding: This work was supported by the Spanish Ministry of Economy and Competitiveness (SAF2017-87305-R),
Fundación Científica Asociación Española Contra el Cáncer, and IMDEA Nanociencia. IMDEA Nanociencia
acknowledges support from the ‘Severo Ochoa’ Programme for Centres of Excellence in R&D (MINECO, Grant
SEV-2016-0686).

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

References

1. Corrêa, Z.M. Assessing prognosis in uveal melanoma. Cancer Control 2016, 23, 93–98. [CrossRef] [PubMed]
2. Álvarez-Rodríguez, B.; Latorre, A.; Posch, C.; Somoza, Á. Recent advances in uveal melanoma treatment.

Med. Res. Rev. 2017, 37, 1350–1372. [CrossRef] [PubMed]
3. Reichstein, D. New concepts in the molecular understanding of uveal melanoma. Curr. Opin. Ophthalmol.

2017, 28, 219–227. [CrossRef] [PubMed]
4. Becker, J.C.; Terheyden, P.; Kämpgen, E.; Wagner, S.; Neumann, C.; Schadendorf, D.; Steinmann, A.;

Wittenberg, G.; Lieb, W.; Bröcker, E.-B. Treatment of disseminated ocular melanoma with sequential
fotemustine, interferon α and interleukin 2. Br. J. Cancer 2002, 87, 840–845. [CrossRef] [PubMed]

5. Fiorentini, G.; Aliberti, C.; Benea, G.; Tilli, M.; Del Conte, A. A pilot study of trans arterial chemo-embolization
(TACE) with drug eluting beads irinotecan (IRI) preloaded (DEBI) for liver metastases (LM) from uveal
melanoma (UM): An Italian National Study. J. Clin. Oncol. 2008, 26, 20010. [CrossRef]

6. Carling, U.; Dorenberg, E.J.; Haugvik, S.-P.; Eide, N.A.; Berntzen, D.T.; Edwin, B.; Dueland, S.; Røsok, B.
Transarterial chemoembolization of liver metastases from uveal melanoma using irinotecan-loaded beads:
Treatment response and complications. Cardiovasc. Interv. Radiol. 2015, 38, 1532–1541. [CrossRef] [PubMed]

7. Martens-Uzunova, E.S.; Olvedy, M.; Jenster, G. Beyond microRNA—Novel RNAs derived from small
non-coding RNA and their implication in cancer. Cancer Lett. 2013, 340, 201–211. [CrossRef] [PubMed]

8. Ling, H.; Girnita, L.; Buda, O.; Calin, G.A. Non-coding RNAs: The cancer genome dark matter that matters!
Clin. Chem. Lab. Med. 2017, 55, 125–132. [CrossRef] [PubMed]

9. Esquela-Kerscher, A.; Slack, F.J. Oncomirs—microRNAs with a role in cancer. Nat. Rev. Cancer 2006, 6,
259–269. [CrossRef] [PubMed]

10. Esteller, M. Non-coding RNAs in human disease. Nat. Rev. Genet. 2011, 12, 861–874. [CrossRef] [PubMed]

http://www.mdpi.com/2313-7673/3/4/28/s1
http://dx.doi.org/10.1177/107327481602300202
http://www.ncbi.nlm.nih.gov/pubmed/27218785
http://dx.doi.org/10.1002/med.21460
http://www.ncbi.nlm.nih.gov/pubmed/28759124
http://dx.doi.org/10.1097/ICU.0000000000000366
http://www.ncbi.nlm.nih.gov/pubmed/28257297
http://dx.doi.org/10.1038/sj.bjc.6600521
http://www.ncbi.nlm.nih.gov/pubmed/12373596
http://dx.doi.org/10.1200/jco.2008.26.15_suppl.20010
http://dx.doi.org/10.1007/s00270-015-1093-4
http://www.ncbi.nlm.nih.gov/pubmed/25832764
http://dx.doi.org/10.1016/j.canlet.2012.11.058
http://www.ncbi.nlm.nih.gov/pubmed/23376637
http://dx.doi.org/10.1515/cclm-2016-0740
http://www.ncbi.nlm.nih.gov/pubmed/27988500
http://dx.doi.org/10.1038/nrc1840
http://www.ncbi.nlm.nih.gov/pubmed/16557279
http://dx.doi.org/10.1038/nrg3074
http://www.ncbi.nlm.nih.gov/pubmed/22094949


Biomimetics 2018, 3, 28 15 of 18

11. Vitiello, M.; Tuccoli, A.; Poliseno, L. Long non-coding RNAs in cancer: Implications for personalized therapy.
Cell. Oncol. 2015, 38, 17–28. [CrossRef] [PubMed]

12. Assumpção, C.B.; Calcagno, D.Q.; Araújo, T.M.T.; Batista dos Santos, S.E.; Ribeiro dos Santos, Â.K.C.;
Riggins, G.J.; Burbano, R.R.; Assumpção, P.P. The role of piRNA and its potential clinical implications in
cancer. Epigenomics 2015, 7, 975–984. [CrossRef] [PubMed]

13. Su, H.; Xu, T.; Ganapathy, S.; Shadfan, M.; Long, M.; Huang, T.H.-M.; Thompson, I.; Yuan, Z.-M. Elevated
snoRNA biogenesis is essential in breast cancer. Oncogene 2014, 33, 1348–1358. [CrossRef] [PubMed]

14. Hayes, J.; Peruzzi, P.P.; Lawler, S. MicroRNAs in cancer: Biomarkers, functions and therapy. Trends Mol. Med.
2014, 20, 460–469. [CrossRef] [PubMed]

15. Barciszewska, A.-M. MicroRNAs as efficient biomarkers in high-grade gliomas. Folia Neuropathol. 2016, 4,
369–374. [CrossRef] [PubMed]

16. Li, Z.; Yu, X.; Shen, J.; Jiang, Y. MicroRNA dysregulation in uveal melanoma: A new player enters the game.
Oncotarget 2015, 6, 4562–4568. [CrossRef] [PubMed]

17. Peng, B.; Chen, Y.; Leong, K.W. MicroRNA delivery for regenerative medicine. Adv. Drug Deliv. Rev. 2015,
88, 108–122. [CrossRef] [PubMed]

18. Bekris, L.M.; Leverenz, J.B. The biomarker and therapeutic potential of miRNA in Alzheimer’s disease.
Neurodegener. Dis. Manag. 2015, 5, 61–74. [CrossRef] [PubMed]

19. Rupaimoole, R.; Slack, F.J. MicroRNA therapeutics: Towards a new era for the management of cancer and
other diseases. Nat. Rev. Drug Discov. 2017, 16, 203–222. [CrossRef] [PubMed]

20. He, M.; Zhou, W.; Li, C.; Guo, M. MicroRNAs, DNA damage response, and cancer treatment. Int. J. Mol. Sci.
2016, 17, 2087–2101. [CrossRef] [PubMed]

21. Hosseinahli, N.; Aghapour, M.; Duijf, P.H.G.; Baradaran, B. Treating cancer with microRNA replacement
therapy: A literature review. J. Cell. Physiol. 2018, 233, 5574–5588. [CrossRef] [PubMed]

22. Adams, B.D.; Parsons, C.; Walker, L.; Zhang, W.C.; Slack, F.J. Targeting noncoding RNAs in disease. J. Clin.
Invest. 2017, 127, 761–771. [CrossRef] [PubMed]

23. Ji, W.; Sun, B.; Su, C. Targeting microRNAs in cancer gene therapy. Genes (Basel) 2017, 8, 21–36. [CrossRef]
[PubMed]

24. Li, Z.; Yu, X.; Shen, J.; Liu, Y.; Chan, M.T.V.; Wu, W.K.K. MicroRNA dysregulation in rhabdomyosarcoma:
A new player enters the game. Cell Prolif. 2015, 48, 511–516. [CrossRef] [PubMed]

25. Sato, T.; Han, F.; Yamamoto, A. The biology and management of uveal melanoma. Curr. Oncol. Rep. 2008, 10,
431–438. [CrossRef] [PubMed]

26. Dai, X.; Tan, C. Combination of microRNA therapeutics with small-molecule anticancer drugs: Mechanism
of action and co-delivery nanocarriers. Adv. Drug Deliv. Rev. 2015, 81, 184–197. [CrossRef] [PubMed]

27. Yan, D.; Zhou, X.; Chen, X.; Hu, D.-N.; Dong, X.D.; Wang, J.; Lu, F.; Tu, L.; Qu, J. MicroRNA-34a inhibits
uveal melanoma cell proliferation and migration through downregulation of c-Met. Investig. Opthalmology
Vis. Sci. 2009, 50, 1559–1565. [CrossRef] [PubMed]

28. Gramantieri, L.; Granito, A.; Guidetti, E. c-MET receptor tyrosine kinase as a molecular target in advanced
hepatocellular carcinoma. J. Hepatocell. Carcinoma 2015, 2, 29–35. [CrossRef] [PubMed]

29. Wei, Q.; Lei, R.; Hu, G. Roles of miR-182 in sensory organ development and cancer. Thorac. Cancer 2015, 6,
2–9. [CrossRef] [PubMed]

30. Eedunuri, V.K.; Rajapakshe, K.; Fiskus, W.; Geng, C.; Chew, S.A.; Foley, C.; Shah, S.S.; Shou, J.; Mohamed, J.S.;
Coarfa, C.; et al. miR-137 targets p160 steroid receptor coactivators SRC1, SRC2, and SRC3 and inhibits cell
proliferation. Mol. Endocrinol. 2015, 29, 1170–1183. [CrossRef] [PubMed]

31. Deng, Y. MicroRNA-137 Targets carboxyl-terminal binding protein 1 in melanoma cell lines. Int. J. Biol. Sci.
2011, 7, 133–137. [CrossRef] [PubMed]

32. Sun, L.; Bian, G.; Meng, Z.; Dang, G.; Shi, D.; Mi, S. MiR-144 inhibits uveal melanoma cell proliferation and
invasion by regulating c-Met expression. PLoS ONE 2015, 10, e0124428. [CrossRef] [PubMed]

33. Tutar, L.; Tutar, E.; Tutar, Y. MicroRNAs and cancer; An overview. Curr. Pharm. Biotechnol. 2014, 15, 430–437.
[CrossRef] [PubMed]

34. Mognato, M.; Celotti, L. MicroRNAs used in combination with anti-cancer treatments can enhance therapy
efficacy. Mini-Rev. Med. Chem. 2015, 15, 1052–1062. [CrossRef] [PubMed]

35. Biroccio, A.; Leonetti, C.; Zupi, G. The future of antisense therapy: Combination with anticancer treatments.
Oncogene 2003, 22, 6579–6588. [CrossRef] [PubMed]

http://dx.doi.org/10.1007/s13402-014-0180-x
http://www.ncbi.nlm.nih.gov/pubmed/25113790
http://dx.doi.org/10.2217/epi.15.37
http://www.ncbi.nlm.nih.gov/pubmed/25929784
http://dx.doi.org/10.1038/onc.2013.89
http://www.ncbi.nlm.nih.gov/pubmed/23542174
http://dx.doi.org/10.1016/j.molmed.2014.06.005
http://www.ncbi.nlm.nih.gov/pubmed/25027972
http://dx.doi.org/10.5114/fn.2016.64812
http://www.ncbi.nlm.nih.gov/pubmed/28139816
http://dx.doi.org/10.18632/oncotarget.2923
http://www.ncbi.nlm.nih.gov/pubmed/25682876
http://dx.doi.org/10.1016/j.addr.2015.05.014
http://www.ncbi.nlm.nih.gov/pubmed/26024978
http://dx.doi.org/10.2217/nmt.14.52
http://www.ncbi.nlm.nih.gov/pubmed/25711455
http://dx.doi.org/10.1038/nrd.2016.246
http://www.ncbi.nlm.nih.gov/pubmed/28209991
http://dx.doi.org/10.3390/ijms17122087
http://www.ncbi.nlm.nih.gov/pubmed/27973455
http://dx.doi.org/10.1002/jcp.26514
http://www.ncbi.nlm.nih.gov/pubmed/29521426
http://dx.doi.org/10.1172/JCI84424
http://www.ncbi.nlm.nih.gov/pubmed/28248199
http://dx.doi.org/10.3390/genes8010021
http://www.ncbi.nlm.nih.gov/pubmed/28075356
http://dx.doi.org/10.1111/cpr.12199
http://www.ncbi.nlm.nih.gov/pubmed/26202219
http://dx.doi.org/10.1007/s11912-008-0066-z
http://www.ncbi.nlm.nih.gov/pubmed/18706273
http://dx.doi.org/10.1016/j.addr.2014.09.010
http://www.ncbi.nlm.nih.gov/pubmed/25281917
http://dx.doi.org/10.1167/iovs.08-2681
http://www.ncbi.nlm.nih.gov/pubmed/19029026
http://dx.doi.org/10.2147/JHC.S77038
http://www.ncbi.nlm.nih.gov/pubmed/27508192
http://dx.doi.org/10.1111/1759-7714.12164
http://www.ncbi.nlm.nih.gov/pubmed/26273328
http://dx.doi.org/10.1210/me.2015-1080
http://www.ncbi.nlm.nih.gov/pubmed/26066330
http://dx.doi.org/10.7150/ijbs.7.133
http://www.ncbi.nlm.nih.gov/pubmed/21278922
http://dx.doi.org/10.1371/journal.pone.0124428
http://www.ncbi.nlm.nih.gov/pubmed/25961751
http://dx.doi.org/10.2174/1389201015666140519095304
http://www.ncbi.nlm.nih.gov/pubmed/24846068
http://dx.doi.org/10.2174/1389557515666150709115355
http://www.ncbi.nlm.nih.gov/pubmed/26156420
http://dx.doi.org/10.1038/sj.onc.1206812
http://www.ncbi.nlm.nih.gov/pubmed/14528283


Biomimetics 2018, 3, 28 16 of 18

36. Vinhas, R.; Fernandes, A.R.; Baptista, P. V Gold Nanoparticles for BCR-ABL1 gene silencing: Improving
tyrosine kinase inhibitor efficacy in chronic myeloid leukemia. Mol. Ther. Nucleic Acids 2017, 7, 408–416.
[CrossRef] [PubMed]

37. Guzman-Villanueva, D.; El-Sherbiny, I.M.; Herrera-Ruiz, D.; Vlassov, A.V.; Smyth, H.D.C. Formulation
approaches to short interfering RNA and microRNA: Challenges and implications. J. Pharm. Sci. 2012, 101,
4046–4066. [CrossRef] [PubMed]

38. Bregoli, L.; Movia, D.; Gavigan-Imedio, J.D.; Lysaght, J.; Reynolds, J.; Prina-Mello, A. Nanomedicine applied
to translational oncology: A future perspective on cancer treatment. Nanomed. Nanotechnol. Biol. Med. 2016,
12, 81–103. [CrossRef] [PubMed]

39. Gou, Y.; Miao, D.; Zhou, M.; Wang, L.; Zhou, H.; Su, G. Bio-inspired protein-based nanoformulations for
cancer theranostics. Front. Pharmacol. 2018, 9, 421–462. [CrossRef] [PubMed]

40. Mahajan, S.; Patharkar, A.; Kuche, K.; Maheshwari, R.; Deb, P.K.; Kalia, K.; Tekade, R.K. Functionalized
carbon nanotubes as emerging delivery system for the treatment of cancer. Int. J. Pharm. 2018, 548, 540–558.
[CrossRef] [PubMed]

41. Singh, P.; Pandit, S.; Mokkapati, V.R.S.S.; Garg, A.; Ravikumar, V.; Mijakovic, I. Gold nanoparticles in
diagnostics and therapeutics for human cancer. Int. J. Mol. Sci. 2018, 19, 1979. [CrossRef] [PubMed]

42. Mishra, D.K.; Shandilya, R.; Mishra, P.K. Lipid based nanocarriers: A translational perspective.
Nanomed. Nanotechnol. Biol. Med. 2018, 14, 2023–2050. [CrossRef] [PubMed]

43. Núñez, C.; Estévez, S.V.; del Pilar Chantada, M. Inorganic nanoparticles in diagnosis and treatment of breast
cancer. J. Biol. Inorg. Chem. 2018, 23, 331–345. [CrossRef] [PubMed]

44. Manzano, M.; Vallet-Regí, M. Mesoporous silica nanoparticles in nanomedicine applications. J. Mater. Sci.
Mater. Med. 2018, 29, 65. [CrossRef] [PubMed]

45. Pattni, B.S.; Chupin, V.V.; Torchilin, V.P. New developments in liposomal drug delivery. Chem. Rev. 2015, 115,
10938–10966. [CrossRef] [PubMed]

46. Steinmetz, N.F. Viral nanoparticles in drug delivery and imaging. Mol. Pharm. 2013, 10, 1–2. [CrossRef]
[PubMed]

47. Latorre, A.; Posch, C.; Garcimartín, Y.; Celli, A.; Sanlorenzo, M.; Vujic, I.; Ma, J.; Zekhtser, M.;
Rappersberger, K.; Ortiz-Urda, S.; et al. DNA and aptamer stabilized gold nanoparticles for targeted
delivery of anticancer therapeutics. Nanoscale 2014, 6, 7436–7442. [CrossRef] [PubMed]

48. Kapadia, C.H.; Melamed, J.R.; Day, E.S. Spherical nucleic acid nanoparticles: Therapeutic potential. BioDrugs
2018, 32, 297–309. [CrossRef] [PubMed]

49. Cutler, J.I.; Auyeung, E.; Mirkin, C.A. Spherical nucleic acids. J. Am. Chem. Soc. 2012, 134, 1376–1391.
[CrossRef] [PubMed]

50. Gandhi, N.S.; Tekade, R.K.; Chougule, M.B. Nanocarrier mediated delivery of siRNA/miRNA in combination
with chemotherapeutic agents for cancer therapy: Current progress and advances. J. Control. Release 2014,
194, 238–256. [CrossRef] [PubMed]

51. Tian, G.; Zhang, X.; Gu, Z.; Zhao, Y. Recent advances in upconversion nanoparticles-based multifunctional
nanocomposites for combined cancer therapy. Adv. Mater. 2015, 27, 7692–7712. [CrossRef] [PubMed]

52. Palakurthi, S. Challenges in SN38 drug delivery: Current success and future directions. Expert Opin. Drug Deliv.
2015, 12, 1911–1921. [CrossRef] [PubMed]

53. Zhang, J.A.; Xuan, T.; Parmar, M.; Ma, L.; Ugwu, S.; Ali, S.; Ahmad, I. Development and characterization of a
novel liposome-based formulation of SN-38. Int. J. Pharm. 2004, 270, 93–107. [CrossRef] [PubMed]

54. Zhao, H.; Rubio, B.; Sapra, P.; Wu, D.; Reddy, P.; Sai, P.; Martinez, A.; Gao, Y.; Lozanguiez, Y.; Longley, C.;
et al. Novel prodrugs of SN38 using multiarm poly(ethylene glycol) linkers. Bioconjug. Chem. 2008, 19,
849–859. [CrossRef] [PubMed]

55. Protocol for Annealing Oligonucleotides. Available online: https://www.sigmaaldrich.com/technical-
documents/protocols/biology/annealing-oligos.html (accessed on 4 July 2018).

56. Posch, C.; Latorre, A.; Crosby, M.B.; Celli, A.; Latorre, A.; Vujic, I.; Sanlorenzo, M.; Green, G.A.; Weier, J.;
Zekhtser, M.; et al. Detection of GNAQ mutations and reduction of cell viability in uveal melanoma cells
with functionalized gold nanoparticles. Biomed. Microdevices 2015, 17, 15–37. [CrossRef] [PubMed]

57. Navarra, G.; Moschetti, M.; Guarrasi, V.; Mangione, M.R.; Militello, V.; Leone, M. Simultaneous determination
of caffeine and chlorogenic acids in green coffee by UV/Vis Spectroscopy. J. Chem. 2017, 2017, 1–8. [CrossRef]

http://dx.doi.org/10.1016/j.omtn.2017.05.003
http://www.ncbi.nlm.nih.gov/pubmed/28624216
http://dx.doi.org/10.1002/jps.23300
http://www.ncbi.nlm.nih.gov/pubmed/22927140
http://dx.doi.org/10.1016/j.nano.2015.08.006
http://www.ncbi.nlm.nih.gov/pubmed/26370707
http://dx.doi.org/10.3389/fphar.2018.00421
http://www.ncbi.nlm.nih.gov/pubmed/29755355
http://dx.doi.org/10.1016/j.ijpharm.2018.07.027
http://www.ncbi.nlm.nih.gov/pubmed/29997043
http://dx.doi.org/10.3390/ijms19071979
http://www.ncbi.nlm.nih.gov/pubmed/29986450
http://dx.doi.org/10.1016/j.nano.2018.05.021
http://www.ncbi.nlm.nih.gov/pubmed/29944981
http://dx.doi.org/10.1007/s00775-018-1542-z
http://www.ncbi.nlm.nih.gov/pubmed/29453558
http://dx.doi.org/10.1007/s10856-018-6069-x
http://www.ncbi.nlm.nih.gov/pubmed/29737405
http://dx.doi.org/10.1021/acs.chemrev.5b00046
http://www.ncbi.nlm.nih.gov/pubmed/26010257
http://dx.doi.org/10.1021/mp300658j
http://www.ncbi.nlm.nih.gov/pubmed/23294244
http://dx.doi.org/10.1039/C4NR00019F
http://www.ncbi.nlm.nih.gov/pubmed/24882040
http://dx.doi.org/10.1007/s40259-018-0290-5
http://www.ncbi.nlm.nih.gov/pubmed/29959665
http://dx.doi.org/10.1021/ja209351u
http://www.ncbi.nlm.nih.gov/pubmed/22229439
http://dx.doi.org/10.1016/j.jconrel.2014.09.001
http://www.ncbi.nlm.nih.gov/pubmed/25204288
http://dx.doi.org/10.1002/adma.201503280
http://www.ncbi.nlm.nih.gov/pubmed/26505885
http://dx.doi.org/10.1517/17425247.2015.1070142
http://www.ncbi.nlm.nih.gov/pubmed/26206312
http://dx.doi.org/10.1016/j.ijpharm.2003.10.015
http://www.ncbi.nlm.nih.gov/pubmed/14726126
http://dx.doi.org/10.1021/bc700333s
http://www.ncbi.nlm.nih.gov/pubmed/18370417
https://www.sigmaaldrich.com/technical-documents/protocols/biology/annealing-oligos.html
https://www.sigmaaldrich.com/technical-documents/protocols/biology/annealing-oligos.html
http://dx.doi.org/10.1007/s10544-014-9908-7
http://www.ncbi.nlm.nih.gov/pubmed/25653058
http://dx.doi.org/10.1155/2017/6435086


Biomimetics 2018, 3, 28 17 of 18

58. Prigodich, A.E.; Seferos, D.S.; Massich, M.D.; Giljohann, D.A.; Lane, B.C.; Mirkin, C.A. Nano-flares for
mRNA regulation and detection. ACS Nano 2009, 3, 2147–2152. [CrossRef] [PubMed]

59. Schneider, C.A.; Rasband, W.S.; Eliceiri, K.W. NIH Image to ImageJ: 25 Years of image analysis. Nat. Methods
2012, 9, 671–675. [CrossRef] [PubMed]

60. Millstone, J.E.; Georganopoulou, D.G.; Xu, X.; Wei, W.; Li, S.; Mirkin, C.A. DNA-gold triangular nanoprism
conjugates. Small 2008, 4, 2176–2180. [CrossRef] [PubMed]

61. Del Moral, Á. Cell Fluorescence Weber. Available online: https://github.com/DelmoPy/Cell-Fluorescence-
Weber (accesed on 5 July 2018).

62. Benito-Alifonso, D.; Tremel, S.; Hou, B.; Lockyear, H.; Mantell, J.; Fermin, D.J.; Verkade, P.; Berry, M.;
Galan, M.C. Lactose as a “Trojan Horse” for quantum dot cell transport. Angew. Chem. Int. Ed. 2014, 53,
810–814. [CrossRef] [PubMed]

63. R Development Core Team. R: A Language and Environment for Statistical Computing; R Foundation for
Statistical Computing: Vienna, Austria, 2008; ISBN 3-900051-07-0.

64. Turkevich, J.; Stevenson, P.C.; Hillier, J. A study of the nucleation and growth processes in the synthesis of
colloidal gold. Discuss. Faraday Soc. 1951, 11, 55–75. [CrossRef]

65. Khan, S.; Ebeling, M.C.; Zaman, M.S.; Sikander, M.; Yallapu, M.M.; Chauhan, N.; Yacoubian, A.M.;
Behrman, S.W.; Zafar, N.; Kumar, D.; et al. MicroRNA-145 targets MUC13 and suppresses growth and
invasion of pancreatic cancer. Oncotarget 2014, 5, 7599–7609. [CrossRef] [PubMed]

66. Yu, H.W.; Cho, W.C. The emerging role of miRNAs in combined cancer therapy. Expert Opin. Biol. Ther. 2015,
15, 923–925. [CrossRef] [PubMed]

67. Yan, D.; Dong, X.D.; Chen, X.; Yao, S.; Wang, L.; Wang, J.; Wang, C.; Hu, D.-N.; Qu, J.; Tu, L. Role of
microRNA-182 in posterior uveal melanoma: Regulation of tumor development through MITF, BCL2 and
cyclin D2. PLoS ONE 2012, 7, e40967. [CrossRef] [PubMed]

68. Wu, X.; Zhou, J.; Rogers, A.M.; Jänne, P.A.; Benedettini, E.; Loda, M.; Hodi, F.S. c-Met, epidermal growth
factor receptor, and insulin-like growth factor-1 receptor are important for growth in uveal melanoma and
independently contribute to migration and metastatic potential. Melanoma Res. 2012, 22, 123–132. [CrossRef]
[PubMed]

69. Barisione, G.; Fabbi, M.; Gino, A.; Queirolo, P.; Orgiano, L.; Spano, L.; Picasso, V.; Pfeffer, U.; Mosci, C.;
Jager, M.J.; et al. Potential role of soluble c-Met as a new candidate biomarker of metastatic uveal melanoma.
JAMA Ophthalmol. 2015, 133, 1013–1021. [CrossRef] [PubMed]

70. Zhang, T.; Boominathan, R.; Foulk, B.; Rao, C.; Kemeny, G.; Strickler, J.H.; Abbruzzese, J.L.; Harrison, M.R.;
Hsu, D.S.; Healy, P.; et al. Development of a novel c-MET-based CTC detection platform. Mol. Cancer Res.
2016, 14, 539–547. [CrossRef] [PubMed]

71. Stanisławska, K.; Stadnik, H.; Nawrocki, M.; Ramlau-Piątek, K.; Juszkat, R.; Drews, M. Long-term
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