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Abstract: The main reasons for the limited clinical efficacy of the platinum(II)-based agent cisplatin
include drug resistance and significant side effects. Due to their better stability, as well as the
possibility to introduce biologically active ligands in their axial positions constructing multifunctional
prodrugs, creating platinum(IV) complexes is a tempting strategy for addressing these limitations.
Another strategy for developing chemotherapeutics with lower toxicity relies on the ability of
nanoparticles to accumulate in greater quantities in tumor tissues through passive targeting. To
combine the two approaches, three platinum(IV) conjugates based on a cisplatin scaffold containing
in the axial positions derivatives of caffeic and ferulic acid were prepared and loaded into SBA-
15 to produce the corresponding mesoporous silica nanoparticles (MSNs). The free platinum(IV)
conjugates demonstrated higher or comparable activity with respect to cisplatin against different
human breast cancer cell lines, while upon immobilization, superior antiproliferative activity with
markedly increased cytotoxicity (more than 1000-fold lower ICsy values) compared to cisplatin was
observed. Mechanistic investigations with the most potent conjugate, cisplatin-diacetyl caffeate (1),
and the corresponding MSNs (SBA-1511) in a 4T1 mouse breast cancer cell line showed that these
compounds induce apoptotic cell death causing strong caspase activation. In vivo, in BALB/c mice,
1 and SBA-1511 inhibited the tumor growth while decreasing the necrotic area and lowering the
mitotic rate.

Keywords: platinum(IV) conjugates; cisplatin; phenolic acid; nanoparticles; drug delivery; breast cancer

1. Introduction

Caffeic acid (CA) and ferulic acid (FA) belong to the most common phenolic acids,
naturally occurring in fruits, grains, vegetables, spices, tea and coffee [1]. Apart from the
key functions that these secondary plant metabolites exhibit on plant growth, development
and defence, they are also found to have highly beneficial effects on humans. They are
known for being potent natural antioxidants that are important for a variety of biologi-
cal and pharmacological processes, such as cancer prevention, inflammation reduction,
bacterial and viral infections prevention, blood clotting prevention, liver protection and
many others [2-8]. The antioxidant properties of these phenolic acids are accredited to
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their chemical structure which includes one (ferulic acid) or two (caffeic acid) free phenolic
hydroxyl groups and a double bond in the aliphatic chain enabling the formation of a
phenoxy radical stabilized through resonance. In addition to the free radical scavenging via
hydrogen atom donation [9], these phenolic acids are also found to modulate enzymatic ac-
tivity, affect signal transduction as well as activate transcription factors and gene expression.
As an example, alkyl esters of caffeic and ferulic acid are found to demonstrate signifi-
cant inhibition on the activity of cyclooxygenase enzymes (COX-1 and COX-2) [10-13]
responsible for the formation of key proinflammatory mediators. Additionally, COX-2 is
overexpressed in a variety of tumors [14], making it a desirable target for the creation of
anticancer medications. Therefore, in the past decade, these phenolic acids have attracted
extensive attention as potential chemopreventive and chemotherapeutic agents. In that
sense, multiple groups have pointed to the ability of caffeic acid and its derivatives to in-
hibit the growth of colon cancer [15-18], express anti-hepatocellular carcinoma activity [19],
suppress the cancer cell proliferation in the human HT-1080 fibrosarcoma cell line [20] as
well as human cervical cancer cells (HeLa and Me-180) [21] and reduce not only the growth
of breast cancer, but also the ability of the breast cancer MCF-7 cells to migrate [22,23]
which is a crucial factor for cancer metastasis. Ferulic acid as well has been found to have
tumor-suppression potential in colon and breast cancers [4,24]. Additionally, both caffeic
and ferulic acid have been found to increase the therapeutic efficacy of known anticancer
drugs or lower the drug-related side effects. In this regard, the combined therapy involving
caffeic acid and paclitaxel has been shown to have synergistic anticancer activity on H1299
lung cancer cells leading to enhanced apoptosis in vitro and in vivo [25]. Furthermore,
caffeic acid elevates the antitumor effect of metformin in HTB-34 human metastatic cervical
carcinoma cells [26] and increases the susceptibility of gastric cancer cells to cisplatin and
doxorubicin [27]. Synergistic effects are also found applying cisplatin and caffeic acid in
combination resulting in apoptotic mode of cell death in human cervical cancer cells [28]. A
very interesting finding has been made by Sirota et al. who have discovered that in ovarian
carcinoma cell lines the timing of caffeic acid treatment determines whether they become
cisplatin-sensitive or -resistant [29]. Their findings demonstrate that preincubation with
caffeic acid before treatment with cisplatin resulted in acquired resistance to cisplatin and
decreased DNA binding, whereas simultaneous treatment with cisplatin and caffeic acid
can increase cytotoxicity of cisplatin and platinum binding to nuclear DNA [29].

Based on all these findings and bearing in mind the different pharmacokinetic profiles
of phenolic acids and cisplatin, including rising uncertainties whether these agents can
reach the tumors within the required time frame in vivo, we have designed conjugates that
combine the two agents into a single platinum(IV) prodrug. In this way, together with the
molecules of the platinum component, the molecules of the respective phenolic acid can
also be delivered into the tumor cells. Upon intracellular activation of these prodrugs via
2-electron reduction and protonation, the two moieties can be released and together carry
out their biological functions in a synergistic manner [30]. Another reason which makes
this approach attractive is that the coordinatively saturated platinum(IV) complexes are
more stable than platinum(II) complexes, such as cisplatin, thus preventing its premature
activation occurring by hydrolysis of the labile platinum chlorido ligand bonds, which is
associated with many of its drawbacks such as the severe side effects, fast detoxification
and innate or acquired resistance [31,32].

In an effort to create chemotherapeutics with lower toxicity, we have also used an
SBA-15 mesoporous silica as nanocarrier for the platinum(IV) conjugates, aiming to take ad-
vantage of the accumulation of nanoparticles in tumor tissues through the passive enhanced
permeability and retention (EPR) effect [33]. An additional advantage of this strategy is the
possibility to further protect the drug from premature interaction with biomolecules on the
way to cancer cells as well as provide tailorable drug release. The mesoporous silica SBA-15
material was chosen as a drug delivery vehicle because it is nontoxic to cells [34] and it has
advantageous properties, including high pore volume with tuneable nanoscale pores as
well as large surface area [35-37]. The properties of the inorganic mesoporous silica materi-
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als that make them interesting for biomedical applications, especially as nanoplatforms for
drug delivery, have been highlighted in several reviews in the recent years [38—44]. The use
of SBA-15 as a cisplatin carrier in earlier studies has been associated with increased cyto-
toxicity in leukemic cells [45], a twenty-fold greater antiproliferative effect in HT-29 colon
cancer cells [46] and activation of pathways that change the phenotype of cancer cells (i.e.,
melanoma B16 tumor cells differentiate into senescent cells) [47]. Formerly reported SBA-15
nanoparticles loaded with platinum(IV) conjugates have also demonstrated very high
antiproliferative activity against different breast cancer cell lines, while maintaining the
structural integrity and allowing for relatively slow release of the active compounds [48].

Thus, we report here the preparation of three platinum(IV) derivatives of cisplatin
bearing phenolates as axial ligands and their immobilization in SBA-15 nanoparticles. In
these conjugates, both axial positions are occupied with acetyl-protected caffeate (1) or
ferulate (2), as well as ferulate (3) (Figure 1). It should be noted that a cisplatin-ferulate
conjugate has previously been reported [49]. However, in our view, the spectra included
in the supplementary information of the corresponding paper do not confirm or support
the structure of the desired product [49]. The prepared platinum(IV) complexes and their
respective nanomaterials demonstrated remarkable antiproliferative activity in four differ-
ent human breast cancer cell lines with different characteristics. In addition, synthesized
conjugates and appropriate nanomaterials showed notable anticancer potential against a
mouse breast cancer cell line as well. The activity of conjugate 1 and its corresponding
MSNs SBA-1511, which proved to be the most potent compounds in vitro, was further
assessed in vivo, in a BALB/c mouse model with breast tumor induced by inoculation
of 4T1 cells. 1 and SBA-1511 demonstrated potential to inhibit the tumor growth while
decreasing the necrotic area and lowering the mitotic rate.
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Figure 1. Platinum(IV)-phenolate conjugates: cisplatin-acetyl-protected caffeate (1), cisplatin-acetyl-
protected ferulate (2) and cisplatin-ferulate (3).

2. Materials and Methods

Standard Schlenk methods and anhydrous, degassed solvents were used to conduct
all reactions in a nitrogen atmosphere. Acetone was first refluxed with KMnQy, then
distilled from drierite (anhydrous CaSOy), pyridine was distilled from CaH,; both solvents
were stored over activated 3 and 4 A molecular sieves, respectively; MBraun Solvent
Purification System (MB SPS-800) was used to obtain dry toluene, dichloromethane (DCM)
and dimethylformamide (DMF), which were afterwards kept over activated 4 A molecular
sieves. Chemicals (cisplatin (Carbolution, St. Ingbert, Germany), caffeic acid (Fluorochem,
Dublin, Ireland), ferulic acid, oxalyl chloride, tetraethyl orthosilicate (TEOS), pluronic
123 (P123) and acetic anhydride (Sigma-Aldrich Chemie GmbH, Steinheim, Germany))
were used as supplied. The synthesis of oxoplatin, cis,trans,cis-[PtCl,(OH),(NH3),], was
performed according to an already reported procedure [50]. In short, cisplatin was oxidized
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with 30% (w/w) aqueous solution of hydrogen peroxide. Protection of the free phenolic
hydroxy groups by acylation was done with acetic anhydride employing a literature-known
procedure [51]. The acyl chloride derivative of acetyl-protected caffeic acid was prepared
with oxalyl chloride and catalytic amounts of DMF in DCM [51], while for the preparation
of the acyl chloride derivative of acetyl-protected ferulic acid, toluene was used as solvent.

A 400 MHz NMR spectrometer (BRUKER Avance III HD, Karlsruhe, Germany) was
used for recording of 1H (400.13 MHz, tetramethylsilane (TMS) as an internal reference), 13¢C
(100.63 MHz, internal reference TMS) and %°Pt (85.85 MHz, external reference Nay[PtClg]),
as well as two-dimensional 'H—1H COSY, 'H—13C HSQC, 'H—13C HMBC NMR spectra
at 25 °C. The values of chemical shifts 6 are given in parts per million (ppm). Electrospray
ionization mass spectrometry was performed by using ESI-qTOF Impact II in positive
mode (Bruker Daltonics GmbH, Bremen, Germany). Elemental analyses (C, H and N)
were carried out with a microanalyser (VARIO EL, Heraeus Group, Hanau, Germany).
VEGAS3 (Tescan, Brno, Czech Republic) was employed for collection of scanning electron
microscopy (SEM) images, as well as to conduct energy-dispersive X-ray spectroscopy
(EDX) experiments (element detector EDAX Inc, Mahwah, NJ, USA). For nitrogen sorp-
tion measurements an Autosorb iQ/ASiQwin (Quantachrome Instruments, Anton Paar,
QuantaTec Inc., Boynton Beach, FL, USA) was used. Small angle X-ray scattering (SAXS)
measurements were performed on a D8 ADVANCE (Bruker, Karlsruhe, Germany) X-ray
diffraction system. Inductively coupled plasma-optical emission spectrometry (ICP-OES)
analysis was achieved on an Optima 7000 DV spectrometer (PerkinElmer, Waltham, MA,
USA) using WinLab32 software.

2.1. Synthesis of Platinum(IV) Conjugates 1 and 2

Pyridine (0.48 mL, 6.0 mmol, 10 eq.) was added to an oxoplatin (0.2 g, 0.6 mmol, 1 eq.)
suspension in acetone (12 mL). After 10 min stirring, acyl chloride derivative, dissolved
in acetone (12 mL), of either acetyl-protected caffeic acid or acetyl-protected ferulic acid
(0.85 g or 0.76 g, respectively, each 3.0 mmol, 5 eq.) was added. The reaction mixture was
refluxed at 75 °C (48 h). The precipitate formed was filtrated and thoroughly washed (water:
30 mL x 3; ethanol: 10 mL x 3; diethyl ether: 10 mL X 3) to eliminate the pyridinium salt.
After drying in air, the pure products were collected.

1, pale yellow powder. Yield: 0.32 g (64%).

'H NMR (DMSO-ds, ppm): 6 =7.63 (d, *Jap = 2 Hz, 2H, CH,y1), 7.60 (dd, *Jup = 8 Hz,
“Jun = 2 Hz, 2H, CH,yy1), 7.38 (d, ®Jun = 16 Hz, 2H, CHyiny1), 7.30 (d, *Jun = 8 Hz, 2H,
CH yy1), 6.80-6.50 (br, 6H, NH3), 6.59 (d, 3Jyn = 16 Hz, 2H, CHyiny1), 229 (s, 12H, OCOCHj).

BC{'H} NMR (DMSO-dg, ppm): § = 174.0 (qC, COO), 168.7 (qC, COO), 143.4 (qC,
Cary1), 142.9 (qC, Cary1), 139.9 (CH, Cyiny1), 133.9 (qC, Cary1), 126.7 (CH, Cyry1), 124.6 (CH,
Cary1), 123.3 (CH, Cypy1), 122.8 (CH, Cyiny1), 20.9 (CH3, OCOCH3).

195pt{H} NMR (DMSO-dg, ppm): & = 1213 (br s).

HR-ESI-MS (positive mode, CH30H): m/z [2M + H]J*: calc. for CspH5;Cl4N4Oo4Pty:
1653.139, found: 1653.135; m/z [M + H]*: calc. for CygHygCloN»,O1,Pt: 827.073, found:
827.070.

Elemental analysis: Found: C, 37.95; H, 3.2; N 3.5. Calc. for CysHp3ClN,O1,Pt: C,
37.8;H,3.4; N, 3.4%.

2, yellow powder. Yield: 0.27 g (59%).

'H NMR (DMSO-ds, ppm): 6 =7.45 (d, *Jur = 2 Hz, 2H, CH,yy1), 7.39 (d, *Jup = 16 Hz,
2H, CHyiny1), 7.21 (dd, 3Jun = 8 Hz, *Jun = 2 Hz, 2H, CH,y), 7.11 (d, *Jun = 8 Hz, 2H,
CHary1), 6.80-6.50 (br, 6H, NH3), 6.65 (d, 3Jun = 16 Hz, 2H, CHyiny1), 3.83 (s, 6H, OCH3),
2.27 (s, 6H, OCOCH3).

BC{IH} NMR (DMSO-ds, ppm): 6 = 174.2 (qC, COO), 168.9 (qC, COO), 151.5 (qC,
Cary1)148.4 (qC, Cary1), 140.9 (qC, Cyiny1), 133.9 (qC, Cary1), 123.6 (CH, Cqry1), 121.9 (CH,
Cuyiny1), 121.3 (CH, Capy1), 111.7 (CH, Cqry1), 59.3 (CH3, OCHj), 20.8 (CHz, OCOCH3).

195pt{'H} NMR (DMSO-dg, ppm): & = 1212 (br s).
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HR-ESI-MS (positive mode, CH3OH): m/z [2M + H]*: calc. for C4gHs7ClyN4OyoPty:
1541.159, found: 1541.141; m/z [M + H]*: calc. for Cp4Hy9Clo,N>O7oPt: 771.083, found:
771.086; m/z [M + Na]™: calc. for Co4HygCloN,NaOoPt: 793.065, found: 793.068.

Elemental analysis: Found: C, 37.6; H, 3.5; N, 3.9. Calc. for Cy4H3CI,N,OqoPt: C,
37.4; H,3.6; N, 3.65%.

2.2. Deprotection of 2 to Obtain Platinum(IV) Conjugate 3

In a mixture of DCM, methanol and acetone (20 mL of each solvent) conjugate 2 (0.3 g,
0.39 mmol) was dissolved. Conc. HCl was added dropwise (10 mL) to the colorless solution,
and a color change to light yellow was noticeable after a few minutes. To track the progress
of the reaction TLC (ethyl acetate:n-hexane = 3:1) was used. After 3 h stirring at r.t., the
starting material was no longer present. The volume of the solvents was reduced to ca.
15 mL, subsequently water (50 mL) was added. The reaction mixture was filtrated and
the isolated product was washed (water: 10 mL x 3; ethanol: 10 mL X 3; diethyl ether:
10 mL x 3) and dried in air.

3, dark yellow powder. Yield: 0.25 g (93%).

TH NMR (DMSO-ds, ppm): 6 = 9.45 (s, 2H, OH), 7.30 (d, 3Jgu = 16 Hz, 2H, CHyiny1),
7.23 (d, 4Jgu = 2 Hz, 2H, CHary), 7.02 (dd, 3Tun = 8 Hz, *Juy = 2 Hz, 2H, CH aryl), 6.80-6.50
(br, 6H, NH3), 6.78 (d, 3]y = 8 Hz, 2H, CHgpy1), 642 (d, 3Tun = 16 Hz, 2H, CHyiny1), 3.82 (s,
6H, OCH3).

BC{IH} NMR (DMSO-dg, ppm): § = 174.9 (qC, COO), 149.1 (qC, Cary1), 1484 (qC,
Cary1), 142.1 (CH, Cyiny1), 126.5 (qC, Cyiny1), 122.7 (CH, Cyry1), 118.4 (CH, Cyiny1), 115.9 (CH,
Cary1), 111.1 (CH, Cqpy1), 56.1 (CHsz, OCHj).

B5SpH{IH} NMR (DMSO-dg, ppm): 6 = 1216 (br s).

HR-ESI-MS (positive mode, CH30H): m/z [2M + H]J*: calc. for C4oH9Cl4N4O16Pts:
1373.116, found: 1373.098; m/z [2M + Na]*: calc. for C4oHygCl4N4NaOq4Pty: 1395.098,
found: 1395.068; m/z [2M + K]*: calc. for C4oHygCl4KN4O1¢Pty: 1411.072, found: 1411.035;
m/z [M + H]*: calc. for CooHy5Cl,N,OgPt: 687.062, found: 687.060.

Elemental analysis: Found: C, 35.1; H, 3.5; N, 4.2. Calc. for CyoH4CI,N,OgPt: C, 35.0;
H, 3.5; N, 4.1%.

2.3. Solubility and Stability of Conjugates 1-3

For determination of their water solubility, compounds 1-3 (5 mg, each) were sus-
pended in distilled water (5 mL) and stirred for 12 h. After that, the undissolved solid
was separated by filtration and the amount of dissolved conjugate was evaluated after
evaporation of the solvent from the filtrate.

To deduce the stability of 1-3 in DMSO, time-resolved (0, 3, 6, 12, 24, 48 and 72 h) H
NMR spectroscopy was applied.

2.4. Preparation of SBA-15

The SBA-15 silica mesoporous nanoparticles were prepared according to a reported
procedure [52]. Briefly, to a solution of P123 (48.4 g) in a mixture of HCI (2 M, 1400 mL)
and HyO (360 mL) at 35 °C, TEOS (102 g) was added dropwise. The reaction mixture was
vigorously stirred at 35 °C (20 h), then at 80 °C (24 h). The solid material was isolated by
filtration and dried at 90 °C (14 h). Finally, the material was heated to 500 °C (1 °C min~1)
and kept for 24 h at this temperature for calcification.

Yield: 30.2 g; BET surface: 517 m? g~ !; wall thickness: 3.66 nm; pore diameter: 4.74 nm;
pore volume: 0.72 cm’ g’1 ; lattice parameter: 8.4 nm; XRD (26 in °, Miller indices): 1.0802
(100), 1.8032 (111), 2.0645 (200).

2.5. Preparation of SBA-15 Material Loaded with Platinum(IV) Conjugates, SBA-1511-SBA-1513

The literature procedure was followed for loading the conjugates 1-3 in the MSN
mesopores [53,54]. Namely, to the activated SBA-15 nanoparticles (vacuum, 150 °C, 16 h),
a suspension of 1-3 in toluene was added and the reaction mixture was agitated at 80 °C
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(48 h). Filtration was used to separate the solid material, which was then thoroughly
washed using toluene and n-pentane. The MSNs loaded with drug (1-3) were obtained
and dried at r.t.. Physical parameters of prepared MSNs are given in Table 1.

SBA-1511: 165 mg of 1, 200 mg of SBA-15; yield: 340 mg.

SBA-1512: 231 mg of 2, 300 mg of SBA-15; yield: 498 mg.

SBA-1513: 103 mg of 3, 150 mg of SBA-15; yield: 244 mg.

Table 1. Selected physical parameters of the MSNs.

Wall Pore Lattice

MSNs SBET Thickness Diameter Pore Volume Parameter XRD
[m? g~ 1] [nm] [nm] [em® g—1] a [nm] 20 [°] hkl
1.0802 100
SBA-15 [48] 517 3.66 4.74 0.72 8.4 1.8032 111
2.0645 200
1.1404 100
SBA-1511 245 3.34 4.75 0.34 8.1 1.8543 111
2.1378 200
1.0311 100
SBA-1512 260 4.26 4.46 0.37 8.7 1.7450 111
2.0075 200
1.0149 100
SBA-1513 292 5.03 3.68 0.37 8.7 1.7603 111
2.0228 200

2.6. Drug Release Studies

ICP-OES was used to track the release of the conjugates 1-3 from the MSNs in
phosphate-buffered saline (PBS) depending on the amount of platinum in the liquid phase.
Experiments were performed by suspending the drug-loaded MSN material (2 mg) in PBS
(1 mL) and sampling at defined times (0.08, 0.5, 1, 3, 6, 12, 24 and 72 h). Quantification of
platinum in the PBS was done by ICP-OES upon separation of the solid material by cen-
trifugation. External platinum standard solutions, obtained from an ICP platinum standard
reference solution (Pt 1000 pg mL~!, Specpure®, Alfa Aesar GmbH & Co KG, Germany),
were used for the calibration of the ICP-OES device. The measurement was carried out
on the 4Pt isotope on a previously chosen emission line of platinum of 265.9 nm. Using
different mathematical models (zero/first order, Korsmeyer-Peppas and Higuchi), the drug
release kinetics were analyzed.

In addition, SBA-1511 and SBA-1512 (2 mg each) were each suspended in PBS (1 mL).
The PBS was exchanged with fresh PBS (1 mL) every hour for 10 h consecutively. Again,
the platinum present in the liquid phase was quantified using ICP-OES.

2.7. In Vitro Studies

ATCC (Manassas, VA, USA) provided all four human breast cancer cell lines. The
mouse breast cancer cell line 4T1 (derived from the mammary gland tissue of a mouse
BALB/c strain), was a kind gift from Prof. NebojSa Arsenijevi¢ from the Faculty of Medi-
cal Sciences, University of Kragujevac, Serbia. PBS, fetal calf serum (FCS) and basal cell
culture media Roswell Park Memorial Institute (RPMI) were purchased from both Sigma-
Aldrich (St. Louis, MO, USA) and Capricorn Scientific GmbH (Ebsdorfergrund, Germany).
Trypsin/ethylenediaminetetraacetic acid (EDTA) and L-glutamine were bought from Capri-
corn Scientific GmbH (Ebsdorfergrund, Germany). Paraformaldehyde (PFA) was obtained
from Serva (Heidelberg, Germany). DMSQO, carboxyfluorescein diacetate succinimidyl ester
(CFSE), propidium iodide (PI) and crystal violet (CV) were purchased from Sigma-Aldrich
(St. Louis, MO, USA). The penicillin/streptomycin solution was obtained from Biological
Industries (Cromwell, CT, USA). Acridine orange (AO) was obtained from Labo-Moderna
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(Paris, France). PAN Biotech GmbH (Aidenbach, Germany) supplied us with Endopan
3 with supplementing kits. ApoStat was purchased from R&D Systems (Minneapolis,
MN, USA) while Annexin V-FITC (AnnV) was from Biolegend (San Diego, CA, USA).
4-Amino-5-methylamino-2’,7'-difluorofluorescein diacetate (DAF-FM diacetate) and dihy-
drorhodamine 123 (DHR) were bought from Thermo Fisher Scientific (Waltham, MA, USA).
The multi-well plates, culture flasks and other cell culture plastics were obtained from TPP
(Trasadingen, Switzerland) and Greiner Bio-One GmbH (Frickenhausen, Germany).

2.8. Cell Culture

In this work, the following human breast cancer cell lines were used: triple-negative
breast adenocarcinoma (MDA-MB-468 and HCC1937), ER- and HER2-positive breast can-
cer (BT-474 and MCEF-7) [55] as well as one mouse-derived breast cancer cell line (4T1).
RPMI-1640 medium containing 2 mM L-glutamine, heat-inactivated FCS (10%), and peni-
cillin/streptomycin (1%) was used to sustain all cell lines. Prior to use or further subcultur-
ing, the cell lines were cultured in T-75 flasks at 37 °C in a humidified environment with
5% CO,. Before cell passaging and seeding, the adherent cells were washed with PBS and
detached by using trypsin/EDTA (0.05% in PBS) [54].

2.9. Cell Viability Studies

Using the above-mentioned cell growth media, cells were seeded in 96-well plates in
a density of 6000 cells per 100 puL per well for the in vitro investigations in human breast
cancer cell lines. Following seeding, cells were given a 24-h period to adhere before being
treated with platinum(IV) conjugates 1-3 and MSNs loaded with 1-3, namely SBA-1511,
SBA-1512 and SBA-1513. Stock solutions of platinum(IV) conjugates 1-3, phenolic acids
(ligand precursors) and cisplatin were prepared in DMSO. Serial dilution was afterwards
done in standard growth media to reach the following concentrations: 10, 5, 1, 0.5, 0.1, 0.01
and 0.001 uM for the conjugates, 100, 50, 25, 12.5, 6.25, 3.125 and 1.6 uM for the phenolic
acids, and 300, 100, 30, 10, 3, 1, and 0.1 uM for cisplatin. In a repeated experiment, HCC1937,
MCF-7 and BT-474 cells were treated with various concentrations of the conjugates 1-3,
namely 50, 25, 12.5, 6.25, 3.125, 1.6, 0.8 and 0.4 uM. Stock suspensions of SBA-15 and drug-
loaded SBA-15 were prepared in PBS and serially diluted with standard growth media to
achieve final concentrations of 50, 10, 5, 1, 0.5, 0.1, 0.01 and 0.001 pg mL~! for drug-loaded
SBA-15, and 100, 50, 25, 12.5, 6.25, 3.125 and 1.6 ug mL~1 for SBA-15 alone. Each 96-well
plate contained a positive control using digitonin (100 pM). Three independent experiments
were performed in quadruplicate.

For the in vitro studies in the mouse-derived breast cancer cell line, cells were seeded
in a density of 2 x 103 cells per well (96-well plates) using the previously indicated cell
growth media. Following seeding, cells were given a 24 h adhesion period before being
treated with conjugate 1 and SBA-1511. Using a DMSO stock solution of 1, prepared
at a concentration of 10 mM and retained at —20 °C for 3 days, a serial dilution was
made in standard growth media to achieve concentrations of 25, 12.5, 6.3, 3.12, 1.56, 0.78
and 0.39 uM. A stock suspension of SBA-15 |1 was prepared in PBS and serially diluted
in standard growth media until final concentrations of 50, 25, 12.5, 6.25, 3.12, 1.56 and
0.78 ug mL~! were reached. A DMSO solution of cisplatin at a concentration of 10 mM
was prepared freshly before usage, and serial dilutions were made in culture medium to
reach concentrations of 100, 50, 25, 12.5, 6.25, 3.12 and 1.56 uM. To determine the outcome
of induced autophagy, cells were treated with an ICsy dose of conjugate 1 and SBA-1511
and concomitantly with 3-methyladenine (3-MA, 1 mM).

Cell viability was evaluated in each case after a 72-h incubation period. Colorimet-
ric MTT- (3-(4,5-dimethylthiazol-2-yl)-2,5-diphenyltetrazolium bromide) and CV (crystal
violet)-based cell viability assays were used to examine the compounds’ potential cyto-
toxicity. The MTT test was carried out in the following way: cells were rinsed with PBS
before being incubated at 37 °C in a humid environment with 5% CO, with an MTT stan-
dard solution (0.5 mg mL~! MTT in culture medium). After one hour, the MTT solution
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was discarded and DMSO was used to dissolve the formazan that had formed. The ab-
sorbance of this formazan, along with the reference/background signal, could be measured
at wavelengths of 540 nm and 670 nm. Measurements were taken utilizing SpectraMax
M5 multi-well plate reader (MolecularDevices, San Jose, CA, USA). For the CV assay, cells
were fixed with 4% PFA for 20 min at room temperature after being washed once with PBS.
The PFA solution was then removed and the cells were left to dry for 10 min. Afterwards,
cells were stained with 0.2% crystal violet solution for 20 min followed by removal of the
staining solution, washing of the cells with water and letting them dry overnight at room
temperature. Finally, upon addition of acetic acid (33% in aqua bidest.) to the stained
cells, the absorbance was measured at reference wavelengths of 540 nm and 670 nm as
described earlier [56]. A four-parametric logistic function was used to obtain the mean
value of the cell viability, which is expressed as a percentage in comparison to untreated
cells [57]. SigmaPlot 14.0 and Microsoft Excel 2013 were employed for data analyses and
ICs5¢ and MCs calculation.

2.10. Flow Cytometry

Six-well plates were seeded with 4T1 cells (5 x 10* per well). After overnight adher-
ence, cells were exposed to an ICsy dose of 1 and an MCsy dose of SBA-1511 and analyzed
by flow cytometry. There were several staining procedures used: (1) CFSE for observing
the influence on cellular proliferation, (2) AnnV /PI for identifying apoptotic cells, (3) Apo-
Stat for caspase activity detection, (4) AO for autophagy detection, (5) DHR for reactive
oxygen/nitrogen species (ROS/RNS) measurement, (6) DAF-FM for intracellular nitric
oxide (NO) measurement, and (7) PI for cell cycle analysis. Results were acquired by
CyFlow® Space Partec using the PartecFloMax® software v1.0.0 (Partec GmbH, Miinster,
Germany), with an exception for the results of cell cycle analysis which were obtained using
BD FACSAria III and BD FACSDiva software v8.3 (BD Biosciences, Franklin Lakes, NJ,
USA). Three separate replicates of the experiment were run. Depending on the particular
staining agent, channels FL1 (green emission), FL2 (orange emission), and/or FL3 (dark
red emission) were used for fluorescence detection.

For AnnV/PI, ApoStat, and AO staining, after 72 h treatment with the investigated
agents, the cells were trypsinized and rinsed with PBS. Afterwards, cells staining according
to the manufacturer’s protocols was performed, with AnnV/PI in AnnV-binding buffer
(15 min, room temperature), ApoStat in PBS 5% FBS (30 min, 37 °C) and AO 10 uM in PBS
(15 min, 37 °C). Finally, upon washing, cells were resuspended in PBS (or in AnnV-binding
buffer for AnnV/PI), and analyzed. For CFSE staining, pre-staining with PBS solution of
CFSE (1 uM; 10 min, 37 °C) followed by washing and seeding of the cells was done, after
which they were exposed to experimental agents over a period of 72 h. Before analysis,
cells were once again washed, trypsinized and suspended in PBS. Similarly, pre-staining
with 1 uM DHR for 20 min at 37 °C was first done also for DHR staining. For DAF-FM
staining, the cells were first subjected to the experimental agents for 72 h, washed with
PBS, and then stained with 5 pM DAF-FM diacetate in phenol red-free RPMI-1640 for 1 h at
37 °C. Thereafter, the dye was discarded and the cells were washed with PBS. Additional
incubation of the cells in fresh RPMI-1640 not containing phenol red and serum, was done
for 15 min to finish the reaction of de-esterification. Afterwards, cells were trypsinized,
resuspended in PBS and analyzed. For analysis of cell distribution across cell cycle phases,
after the treatments, 4T1 cells were fixed with 70% ethanol overnight at 4 °C, and then
stained with PI (20 pg mL~!) in the presence of RNase (0.1 mg mL~!) during 45 min at
37°C.

2.11. In Vivo Studies

Inbred female BALB/c mice (6-8 weeks old) from the Institute for Biological Research
“Sinisa Stankovi¢”—National Institute of Republic of Serbia (IBISS) were used for this
study. Animals were kept in standard laboratory conditions, free of non-specific pathogens,
with unlimited access to food and water. The handling of animals and the study protocol
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adhered to national regulations established by the Law on Animal Welfare of the Republic
of Serbia (Official Gazette of the Republic of Serbia No. 41/2009) and European Ethical
Normative (Directive 2010/63/EU) on the protection of animals used for experimental and
other scientific purposes. The national licensing committee at the Department of Animal
Welfare, Veterinary Directorate, Ministry of Agriculture, Forestry and Water Management
of Republic of Serbia granted approval for the experimental protocols (permission No.
323-07-07906 /2022-05).

2.12. Induction of Tumors and In Vivo Treatment

BALB/c mice were orthotopically inoculated with 411 cells (2 x 10 cells in 50 uL PBS)
in the fat pad region of the fourth mammary gland region. On the fifth day following cell
implantation when tumors were palpable, random assignment of the animals into different
treatment groups was made. The administration regime consisted of i.p. application of
the appropriate agent three times a week. Cisplatin was applied in a dose of 2 mg kg ™!
in 2% DMEF/PBS, conjugate 1 at 5 and 10 mg kg_1 in 2% DMSO/PBS, while SBA-1511
was applied in PBS at a dose of 17.5 and 35 mg kg~! for 25 days. Control mice were
receiving 2% DMSO/PBS and 2% DMEF/PBS as vehicle. Tumor growth was monitored
every second day and on the 29th day after cell inoculation, mice were sacrificed. Tumors
were extracted and measured in three dimensions. The tumor volume was calculated based
on the following equation:

V=052 xaxb

"1y
a

where is the longest and “b” the shortest diameter. On the day of sacrifice, urine
was collected from the animals and different biochemical parameters were analyzed with
Multistix 10 SG (Bayer, Leverkusen, Germany).

2.13. Histopathological Examination

Harvested tissues of sacrificed animals (tumor, liver and kidney) were macroscopically
examined, measured and sectioned to 3 mm thick slices through the largest tissue plane.
Tissues were processed in automatic tissue processor (Milestone SRL LOGOS ONE, Sorisole,
BG-Italy). Embedding in paraffin blocks was done on embedding console (SAKURA Tissue-
Tek TEC 5, Sakura Finetek, CA, USA). Sections 4 pm thick were cut from the tissue using
microtome (LEICA RM 2245, (Leica Biosystems, Nussloch, Germany), and the slices were
mounted on glass slides. The slides were then stained with hematoxilin eosin stain (H/E)
in automated slide stainer MYREVA SS-30H (Especialidades Médicas MYR, S.L., Tarragona,
Spain). After H/E staining, all glass slides were examined and microscopically analyzed
under an Olympus BX43 microscope (OLYMPUS EUROPA HOLDING GMBH, Hamburg,
Germany). Additionally, all slides were digitalized with a Leica Aperio AT2 slide scanner
(Leica Biosystems, Nussloch GmbH, Germany) for analysis and documentation purposes.
Morphometric analysis was done with a Leica Aperio ImageScope (version 12.4.6, Leica
Biosystems, Nussloch GmbH, Germany).

2.14. Statistical Analysis

Differences between treatments were assessed using analysis of variance (ANOVA)
accompanied with a Student-Newman-Keuls test. Results of in vivo experiments were
evaluated by a Mann-Whitney test. Differences in histopathological changes between
treatments were analyzed by a Oneway ANOVA test followed by a Tukey test. Statistical
significance was considered if p-value was 0.05 or less. Statistical analyses were done using
the program Statistica 10.

3. Results and Discussion
3.1. Synthesis and Characterization of Platinum(IV) Conjugates 1-3
In this study, three cisplatin derivatives with acetyl-protected caffeate, acetyl-protected

ferulate or free ferulate in the axial positions (complexes 1, 2 and 3, respectively, Figure 1)
were prepared. Complexes 1 and 2 were synthesized by reacting oxoplatin (afforded by
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cisplatin oxidation with hydrogen peroxide) [50] with an excess of the corresponding acyl
chloride derivative of the acetyl-protected phenolic acid in the presence of pyridine as base.
Acetyl-protected phenolic acids were used for the synthesis in order to avoid side reactions
involving the hydroxyl groups present in their structure. Additionally, as reported by other
authors, the reduction potential of the phenolic acids is directly linked to the existence
as well as the number of hydroxyl groups [58,59]. Therefore, using caffeic and ferulic
acid with free hydroxyl groups could induce reduction of the platinum(IV) in oxoplatin
making the formation of the desired products impossible [60,61]. After complexes 1 and
2 were successfully obtained in yields of 64% and 59%, respectively, deprotection of 2
was done with conc. HCI to afford the cisplatin-ferulate conjugate 3. The three obtained
platinum(IV) conjugates were characterized by 'H, 1*C and 1Pt NMR spectroscopy and
mass spectrometry (ESI, Figures 51-518) and their purity was further confirmed through
elemental analysis. Deprotection of 1 was also attempted, employing different procedures
and reagents, from conc. HCI to ones which have been reported to be mild and highly
selective for deprotection of aromatic acetates such as guanidine-HCI [62], dibutyltin
oxide [63] and ammonium acetate [64]. However, the desired cisplatin-caffeate conjugate
could not be obtained; instead, degradation of the complex resulting in very complex 'H
NMR spectra was observed in each deprotecting approach. Finally, we also attempted the
deprotection using a commercially available enzyme Amano lipase A from Aspergillus niger
(Sigma-Aldrich Chemie GmbH, Steinheim, Germany) which has been reported to cause full
O-deacetylation of different acetylated biomolecules under mild conditions [65]. Closely
following the reaction by time-resolved 'H NMR spectroscopy (ESI, Figure $19), we noticed
that as soon as the deacetylation of 1 begins, chemical shifts corresponding to free caffeate
appear. This means that after deprotection, the free hydroxyl groups might reduce the
platinum(IV) to platinum(Il), leading to separation of the caffeate ligand from the cisplatin
scaffold. This confirms the capacity of phenolic acids to induce metal reduction and the
higher reduction potential of caffeic acid, which bears two hydroxyl groups in ortho position
to each other, by comparison with ferulic acid, which has only one free hydroxyl group. As
the deprotection of the acetyl protecting groups can occur under acidic conditions, it could
be anticipated that the acidic tumor microenvironment would facilitate such a reaction
in vivo. The free hydroxyl groups would then ease the reduction of the platinum(IV) to the
cytotoxic platinum(II) and release the axial ligands, making both species available to act
upon their respective targets.

The platinum(IV) conjugates are particularly poorly soluble in water (1-3: 0.09 g,
0.04 g and 0.56 g, respectively, in 1 L H,O) owing to the presence of lipophilic moieties.
However, in polar aprotic solvents like DMF and DMSO, they are highly soluble.

As confirmed by time-resolved 'H NMR spectroscopy, the conjugates 1-3 are stable in
DMSO solution over 72 h. During this time, no ligand exchange or complex degradation
was observed (Figures 520-522).

3.2. Synthesis and Characterization of the Mesoporous Silica Materials

For the preparation of SBA-15 nanoparticles, a synthesis described in the literature,
with TEOS as a silica source and P123 serving as a structure-directing agent, was em-
ployed [52]. Calcination was performed to remove the organic template, resulting in rod-
shaped particles with consistent morphology as demonstrated by SEM imaging (Figure 2).
Narrow size distribution of the particles ranging from 200—400 x 600-800 nm was observed.

Nitrogen physisorption experiments that resulted in a type IV isotherm with a hystere-
sis loop showing capillary condensation characteristic for highly organized mesoporous
structures (Figure 3A) [66] were used to confirm the material’s mesoporous nature. Car-
rying out these analyses also upon loading of the SBA-15 material with the platinum(IV)
complexes 1-3 which afforded the three materials SBA-1511, SBA-1512 and SBA-1513, it
was shown that the conjugates have not significantly influenced the SBA-15 structure, so
the shape, morphology as well as the mesoporous nature of the materials are retained.
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Figure 2. SEM images of MSNs: SBA-15, SBA-1511, SBA-1512 and SBA-1513.
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Figure 3. (A) N, adsorption-desorption isotherms and (B) SAXS patterns of MSNs: SBA-15, SBA-
1511-SBA-1513.

As expected, after loading of the cisplatin derivatives, the high specific surface area,
Spet (calculated based on the Brunauer-Emmett-Teller (BET) model), and pore volume,
Vp, which were corroborated for the SBA-15 material (517 m? g~! and 0.72 cm? g1, respec-
tively), were reduced to 245—292 m? g~! for the specific surface area and 0.34-0.37 cm® g~
for the pore volume. Additionally, there was a change of the pore diameter D}, from
4.74 nm as determined for the pure SBA-15 to 3.68—4.75 nm for the loaded MSNs. On
the contrary, the wall thickness W, calculated by deducting the pore diameter from the
lattice parameter a, increased upon immobilization of conjugates 2 and 3, (3.66 nm 4.26
and 5.03 nm (SBA-15, SBA-1512 and SBA-1513, respectively). The lattice parameter itself
was attained by SAXS, and specifies the repetition rate of the hexagonal pores of the MSNs.
Thus, the acquired data showing similar values for a for all pure and loaded MSNs are
consistent with what is expected. Finally, as shown in Figure 3B, the SAXS patterns of
pure SBA-15 and SBA-1511-SBA-15| 3 exhibit diffraction peaks (see Table 1) typical for
hexagonally ordered MSNSs, highlighting the particles” unaltered structure once more. All
corresponding values for a and 26 are presented in Table 1.
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The amount of immobilized platinum(IV) complexes 1-3 in the MSNs was calculated
based on the amount of platinum detected with EDX analysis. Successful loading of all three
compounds 1-3 with load contents of 7.51, 9.23 and 10.33 wt% Pt, respectively, was con-
firmed. The corresponding encapsulation efficiency was calculated to be 70.4%, 83.8% and
89.2%, for SBA-1511-SBA-15| 3, respectively (see ESI, Figure 523 and Tables S1 and S2).

Despite the successful production of the mesoporous material with the applied method,
which resulted in MSNs with optimal drug loading, it is worth mentioning that significant
advances have been made in the engineering of MSNs [67], including some greener ap-
proaches with less undesirable environmental impact [68], which should be considered in
the future.

3.3. Release of Platinum(IV) Conjugates from MSNs

The in vitro release profiles of the platinum(IV) complexes 1-3 encapsulated in silica
nanoparticles were determined in PBS (pH = 7.4) by assessing the platinum content in
solution (ICP-OES) at predetermined time points (0.08, 0.5, 1, 3, 6, 12, 24, 48 and 72 h). As
presented in Figure 4A, SBA-1511 and SBA-15 |2 exhibited very low release of only 18 and
5%, respectively, over 72 h. On the contrary, SBA-15 | 3 released over 70% of its cargo over
the same period of time. As these results are consistent with the solubility profiles of the
three conjugates in water, it is probable that in this case drug release is driven by solubility of
the drugs in the surrounding media. In the first hours, saturation of the solution is achieved
and, therefore, prolonged contact with the fluid does not lead to increase the amount
of platinum(IV) conjugate released. By exchanging the medium each hour in the time
interval of up to 10 h, saturation of PBS with the drugs from nanomaterials SBA-1511 and
SBA-1512is avoided. As initially observed, the release is low, but continuous (Figure 4B).
The obtained results indicate that the drug-loaded nanoparticles” structural integrity is
maintained under the simulated physiological setting, preventing immediate leakage of
the platinum(IV) complexes. In vivo, this could, in addition to the favorable EPR effect of
MSNSs, be very beneficial as it could imply minimal drug release during circulation, thus
lowering the possibility of off-target interactions and side effects, and higher accumulation
in the tumor, where the slow release could ensure prolonged drug exposure.

A B
100 =— SBA-151 100 4 =— SBA-151
2 =— SBA-15|2 < —n— SBA-15|2
< =— SBA-15|3 o
3 80 3 80
g R . . 3
€ ol = ® ol
()] = ()]
g . =
© . o
Qo o 4
= ® g © g—u—0—8 o
S kS —"
- 20 . -3 20 [ .
g e m—8 ™ * . g a—8
O i! " Q ™ i -s—e—*
a— e | | —
ol @ —m . od 41
0 20 40 60 80 0 2 4 6 8 10
Time (h) Time (h)

Figure 4. (A) Cumulative drug release (%) of the respective platinum(IV) conjugate from SBA-1511,
SBA-1512 and SBA-15 |3 over 72 h; (B) Cumulative drug release (%) of the respective platinum(IV)
conjugate from SBA-1511 and SBA-1512 with exchange of the PBS solution every hour for 10 h.

Mathematical models viz. zero/first order, Korsmeyer-Peppas and Higuchi (see
ESI, Figures 524-526) were employed for a study of the kinetics of the drug release [69].
Data was quantitatively correlated with these models and the most suitable model was
determined based on the degree of correlation R? (see ESI, Table S3). The results obtained
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suggest that although the release of the cisplatin derivatives from the corresponding MSNs
does not follow perfectly the principles of any of the investigated release kinetics (R? < 0.9),
diffusion-controlled drug release kinetics (Higuchi for SBA-1511 and Korsmeyer-Peppas
for SBA-1512 and SBA-1513) are the most fitting [70]. The value n obtained from the
Korsmeyer-Peppas model (in all cases n < 0.45) further ascertained Fickian diffusion as
prime release mechanism [71].

3.4. Antiproliferative Activity

The antiproliferative activity of the free platinum(IV) complexes 1, 2 and 3 and the
corresponding MSNs (SBA-15, SBA-1511-SBA-1513) was first determined against four
human breast tumor cell lines, involving two triple-negative cell lines, namely MDA-MB-
468 (human breast adenocarcinoma with COX-2 expression) and HCC1937 (human breast
carcinoma with BRCA1 mutation), and the two ER- and PR-positive cell lines MCF-7
(with COX-1 expression) and BT-474 (both invasive ductal breast carcinoma). After 72 h
of treatment with the examined compounds and MSNSs, the cell viability was assessed
using the two distinct assays, CV and MTT, and their activity was compared with that
of clinically used cisplatin, as well as the phenolic acids used as ligands. IC5p and MCs
values are presented in Table 2. As expected, the ligands alone were found to be inactive
(>100 uM) against all treated tumor cell lines. A similar observation was made for the SBA-
15 material (>100 pg mL™1). On the contrary, the platinum(IV) conjugates 1-3 demonstrated
antitumor activity in the range similar to (against MDA-MB-468 and HCC1937 cell lines)
or higher (against MCF-7 and BT-474 cell lines) than cisplatin. Certain discrepancies were
observed between the results acquired by MTT and CV assays against the MCF-7 cell
line upon treatment with the platinum(IV) conjugates and against BT-474, HCC1937 and
MDA-MB-468 cell lines upon treatment with cisplatin, implying that in these cases the
mechanism through which cytotoxicity is achieved might be involving cell metabolism
pathways [72-75].

Table 2. IC5¢ [uM] and MCs [ug mL~1] values of cisplatin, 1-3, free ligands, SBA-15, and SBA-
1511—-SBA-1513 determined with CV and MTT assays (72 h).

cv MTT
Compound/Material MDA-MB-468 HCC1937 MCF-7 BT-474 aT1 MDA-MB-468 HCC1937 MCF-7 BT-474 aT1
1C50 [uM] 1C50 [nM]
Acetyl-protected caffeic acid 100 100
Acetyl-protected ferulic acid >100 >100
Ferulic acid >100 >100
Cisplatin 33402 76409 336448 549 £ 60 32403 06401 43£07 320443 703485 13401
C‘leife‘:t‘eac‘::‘;'ig:’:ﬁ;ed 26407 89403 160423 54403 44407 27408 99405 50 45404 33404
Cisplatin-acetyl protected 35405 104+11 84422 59404 38408 55443 276+26 97+12
erulate conjugate (2)
Cisplatin-ferulate conjugate (3) 71403 111408 199413 50 83407 151421 550 50
sBA-1511(2) 03 40,03 17401 16401 0.0001 = 000001 10402 0.1 0,001 034002 0301 0.1 0.001 0.8%0.04
SBA-1512 @) 0.1+ 001 10401 10401 0.0017 4 0.0001 0.02 4 0.002 024002 / 014002
SBA-1513 (@) 16401 26405 14405 07401 044001 10402 37402 13402
MCsq [ugmL~1] MCsq [ugmL—1]
SBA-15 100 >100
SBA-1511 30405 199+ 10 185+ 10 0.0017 4 0.0002 119419 064002 33403 73408 07 +002 97405
SBA-1512 36404 329421 35.0+3.0 0.6 0,006 06401 6507 >50 13£07
SBA-1513 39402 64+12 107413 17403 114003 23404 50405 33406

@ recalculated based on platinum content (EDX) and drug release (ICP-OES).

Immobilization of the platinum(IV) complexes 1-3 in MSNss led to a significant im-
provement of the antiproliferative activity of all three conjugates against all cell lines
involved in the study. For comparative evaluation with the activity of cisplatin and the
free platinum(IV) complexes, recalculation of the IC5y values for the drug-loaded MSNs
(SBA-1511, SBA-1512 and SBA-15 | 3) was made based on the obtained MCs values consid-
ering the platinum content obtained by EDX, as well as the release of the drugs obtained
by ICP-OES (detailed explanation in ESI). Submicromolar ICsy values which were at least
two times and in some cases several thousand times lower than those for cisplatin were
obtained. All drug-loaded MSNs showed the highest activity against the BT-474 cell line
responsible for the development of invasive ductal breast cancer and known to be resistant
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to the conventional treatment with tamoxifen [76,77]. Among the three drug-loaded MSNs,
SBA-1511 was found to have the highest potency against this cell line with an ICsq value of
only 0.1 nM.

Considering these very promising results, further investigations were necessary in
an appropriate in vivo breast cancer model; thus, an orthotopic model of breast cancer
by inoculation of 4T1 cells in BALB/c mice was selected. Therefore, the antiproliferative
activity of the most active conjugate 1 and appropriate nanomaterial SBA-1511 was first
assessed in vitro in this triple-negative mouse cell line. After 72 h of incubation, the viability
of the cells was determined by measurement of total cell culture respiration or number
of adherent cells using MTT and CV assays. The results summarized in Table 2 reveal
that conjugate 1 strongly affected the cell viability of 4T1 cells similarly as cisplatin alone.
Higher activity exceeding the one of cisplatin and 1 was observed upon drug-loading into
SBA-15 particles, which is consistent with the results seen in the human breast cancer cell
lines. Cell viability under 1-3, SBA-1511-SBA-15| 3 and cisplatin exposure is presented in
the ESI, Figures 527-531.

3.5. Molecular Mechanism of Action

Aiming to get an insight in the plausible mechanism of drug-induced cytotoxicity,
flow cytometric evaluation of apoptotic cell death, cell cycle perturbation, rate of cell
proliferation, caspase activation, and induction of autophagic response was employed upon
treatment of the 4T1 cells with ICs5y doses of 1 and cisplatin and an MCs( dose of SBA-1511.
The obtained results reveal that in all applied treatments, induction of massive apoptosis
was in the background of diminished cell viability (Figure 5A). In concordance, significant
accumulation of fragmented DNA in subG compartment of the cell cycle (Figure 5B),
together with a strong caspase activation (Figure 5C) was found in cultures exposed to 1,
SBA-1511 and cisplatin. In parallel, surviving cell subpopulation lost the dividing potential
(CFSE assay, Figure 5D). Since the process of autophagy is deeply involved in the cells’
response to toxic stimuli, varying from protective to destructive, it is very important to
define the eventual presence of autophagosomes in cultures exposed to the experimental
therapeutics [78,79].

An intensified autophagic process (AO assay, Figure 5E) in all treated cultures was no-
ticed. However, additional decrease in cell viability was observed also upon neutralization
of autophagy through concomitant exposure of the treated cells to the specific inhibitor
3-MA (Figure 5F). Thus, the obtained data suggest that autophagy has a protective role,
defending the cell from destructive stimuli.

In addition, treatment with conjugate 1 and SBA-1511 triggered increased production
of nitric oxide (DAF-FM assay, Figure 6A), as well as ROS/RNS (DHR assay, Figure 6B).

Altogether, platinum(IV) conjugate 1, free and loaded in SBA-15, clearly showed
potential to downregulate cell growth through inhibition of proliferation and apoptotic
cell induction which is even amplified with autophagy suppression. Behind the observed
effect could be the enhanced production of reactive species which affect different cellular
processes and subsequently the cell viability [80,81].
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Figure 5. Effect of platinum(IV) conjugate 1 and corresponding MSNs SBA-1511 on 4T1 mouse
breast cancer cells: (A) apoptosis (Annexin V-FITC/propidium iodide, (B) cell cycle—subG phase
(* p < 0.05 refers to untreated cells), (C) caspase activation (Apostat), (D) cell proliferation potential
(CFSE), (E) induction of autophagy (AO staining), and (F) effect of 3-MA addition on viability of 4T1
cells (MTT assay) (* p < 0.05 refers to culture treated with 1, # p < 0.05 refers to culture treated with

SBA-1511).
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Figure 6. Effect of platinum(IV) conjugate 1 and corresponding MSNs SBA-15 |1 on 4T1 mouse breast
cancer cells: (A) intracellular NO production (DAF-FM) and (B) ROS/RNS production (DHR).
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3.6. In Vivo Decrease of Breast Cancer Growth

With the aim to check the effectiveness of conjugate 1 and SBA-1511 in vivo, an
orthotopic model of breast cancer was used. Tumors were induced by inoculation of 4T1
cells in fat pad of the fourth breast in syngeneic BALB/c mice, and treatment started when
tumors became palpable. Cisplatin was applied in a therapeutic dose [82], while 1 or
SBA-1511 were applied in an equimolar dose with regards to cisplatin. Results revealed
approximately 50% tumor volume reduction upon treatment with cisplatin and SBA-1511,
while conjugate 1 alone decreased the tumor volume by 20% (Figure 7A). As statistical
significance was not reached after the application of the mentioned doses, the experiment
was repeated with a dose of 10 mg kg~! for the free conjugate 1 and 35 mg kg~! for
SBA-1511. The obtained results revealed remarkable inhibition of tumor growth in all three
experimental groups (Figure 7B). The experiment was concluded with the sacrifice of the
animals and histopathological examination of their tumors, liver and kidney.

Average percentage of tumor’s necrosis on tissue cross section was the largest in the
control group (30%), while all treatments dramatically decreased necrotic area surface
(conjugate 1 (14%), SBA-1511 (14%) and cisplatin (12%), Figure 7C). In addition, mitotic
index, represented as mitotic figure count per one square millimeter, again was the highest
in the control group, while rate of mitosis was diminished in tumor tissue sections of all
treated groups (Figure 7B,D). Having in mind that tumors with large necrotic areas are
recognized as highly aggressive and associated with poor prognosis [83], reduced necrotic
zones together with lower mitotic rate upon the treatments indicates decreased neoplastic
potential of the tumor tissue and underlines the advantage of the applied treatments.

In liver, findings characteristic for 411 metastatic breast cancer model with presence
of extramedullary hematopoiesis, mainly represented by cells of myeloid lineage and
in lesser amount by megakaryocytes, were observed [84,85]. Hematopoietic cells were
present around and within the portal tracts, as well as in the sinusoid of the liver. The
highest level of hematopoiesis was found in the control group, while upon treatment, in all
treated groups it was almost absent (Figure 8). This fact led to the conclusion that all three
treatments were effective in a way that inhibits hematopoiesis which was conditioned with
the amount of tumor’s cell burden.

No relevant signs of hepatotoxicity were found in any of the groups. There was no
inflammation nor necrosis in this experimental setting (Figure 8). Some degree of dilatation
of small blood vessels (mainly venules) mostly in the SBA-1511 group, without knowledge
of functional derangement, was noted.

In kidney tissue, there were no significant signs of nephrotoxicity in all groups. Normal
histomorphology was dominantly registered (Figure 8). Concordantly, all parameters
(blood, bilirubin, pH, ketone, protein, specific gravity, leukocyte, urobilinogen and nitrite)
tested in urine of animals which were exposed to treatment, showed no difference to the
control group of untreated animals (ESI, Table S4). In the group treated with cisplatin,
however, protein casts were found in the tubules, and dilatation of small periglomerular
blood vessels was observed. This indicates that despite the fact that previous findings
suggested the absence of toxicity, cisplatin has a nephrotoxic input [86] which was not
observed for 1 and SBA-1511.
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Figure 7. Invivo effect of platinum(IV) conjugate 1 and the corresponding MSNs SBA-1511 on
4T1-inoculated breast tumors: (A) tumors’ growth suppression, (B) tumor necrotic areas, (C) mitotic
index, and (D) mitotic figures (marked with yellow arrows, H/E stain, 400 x magnification).
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Figure 8. In vivo effect of platinum(IV) conjugate 1 and the corresponding MSNs SBA-1511 on 4T1-
inoculated breast tumors—histopathological evaluation: tissues in columns 1, 2, 3, and 4 represent
control, cisplatin, 1 and SBA-1511 groups, respectively. Tissues in rows A and B are tumor tissues
(8% and 40 x magnification, respectively) with red lines delineating necrotic areas and green lines
denoting largest diameter of tumor. Row C is liver tissue with red arrows pointing to hematopoietic
cells (40 x magnification). Row D is kidney tissue (200 x magnification). In picture 2D, black arrows
point to protein cast in kidney tubules and red arrows point to dilated blood vessels. Red arrows in
3D and 4D point to areas of inflammatory infiltrate.

4. Conclusions

In summary, we report on three cisplatin derivatives bearing acetyl-protected caffeate
(1), acetyl-protected ferulate (2) or ferulate (3) as axial ligands. Upon loading of these
platinum(IV) complexes into mesoporous silica SBA-15 material, the MSNs SBA-1511,
SBA-1512 and SBA-15 | 3 were prepared. Under simulated physiological settings, the MSNs
maintained their structural integrity, enabling a moderate (for SBA-1513) to extremely
slow release (for SBA-1511 and SBA-15|2) of the appropriate platinum(IV) complex. This
delayed release is particularly advantageous in vivo because it results in low drug release
during circulation and longer drug exposure upon accumulation in the tumor.

The free platinum(IV) conjugates 1-3 demonstrated higher or similar antiproliferative
activity with respect to cisplatin in four human breast cancer cell lines (BT-474, MCEF-7,
MDA-MB-468 and HCC1937). Great anticancer potential was, however, observed for all
three complexes upon their loading into the nanostructured SBA-15. Thus, SBA-1511,
SBA-1512 and SBA-15 | 3 demonstrated significantly higher cytotoxicity as compared to
cisplatin with nanomolar ICsj values in all four cell lines.

For the most potent complex 1 and the corresponding SBA-15 11, mechanistic investi-
gations made in the mouse breast cancer cell line 4T1 indicated the potential of drug and
nanomaterial to downregulate cell growth through inhibition of proliferation and apoptotic
cell induction. Drug toxicity can be further amplified via autophagy suppression. All
observed effects could be due to the enhanced production of NO and ROS/RNS, which
affect different cellular processes and, consequently, the cell viability. Furthermore, 1 and
SBA-1511, caused in vivo inhibition of tumor growth in BALB/c mice, decreasing the
necrotic area and lowering the mitotic rate. Importantly, nephrotoxicity present in mice
treated with cisplatin, was not observed when 1 or SBA-1511 were used.
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human breast cancer cell lines; Figure S31. Cell viability of cisplatin, 1 and SBA-15|1 determined
by CV and MTT assays in mouse-derived 4T1 breast cancer cell line; Table S1. Relative weight %
of silicon and platinum at six points in SBA-1511, SBA-1512 and SBA-1513 determined by EDX
analysis; Table S2. Platinum load (wt%) and encapsulation efficiency (%) in SBA-1511, SBA-1512 and
SBA-15 | 3; Table S3. Constants and coefficient of determinations (R?) for each model; Table S4. Urine
parameters of untreated animals (control) and animals exposed to treatment with cisplatin, 1 and
SBA-1511.

Author Contributions: L.P., S.M., D.M.-L, EH.-H. and G.N.K. conceptualized the project. I.P., M.S,,
IM.,, TE, TK, EM.,, D.D. (Dijana Drac¢a) and D.D. (Dusko Dunderovi¢) did investigation and formal
analysis of data. I.P.,, S.M. and D.M.-I. did data curation. LP,, D.D. (Dusko Dunderovi¢), S.M. and
D.M.-I. wrote the original draft. S.M., D.M.-I,, E.H.-H. and G.N.K. supervised the work and reviewed
and edited the original draft. S.M., E.H.-H. and G.N.K. acquired the funding and administrated the
project. All authors have read and agreed to the published version of the manuscript.

Funding: This work was financially supported through the program FEM POWER (funded by the
operational program ESF Saxony-Anhalt WISSENSCHAFT Chancengleichheit with funds from the
European Union; doctoral grant for I.P.), the Graduate School “Building with Molecules and Nano-
objects (BuildMoNa)”, the Research Academy Leipzig and the Ministry of Education, Science and
Technological Development of the Republic of Serbia, grant number 451-03-68 /2022-14 /200007.

Institutional Review Board Statement: The animal study protocol was approved by the national
licensing committee of Department of Animal Welfare, Veterinary Directorate, Ministry of Agriculture,
Forestry and Water Management of Republic of Serbia (permission No. 323 07 07906 /2022 05).

Informed Consent Statement: Not applicable.
Data Availability Statement: Not applicable.

Acknowledgments: The authors thank Prof. Dr. Valentin Cepus for the ICP-OES measurements and
Prof. Dr. Stefan Ebbinghaus for the SAXS measurements.

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


https://www.mdpi.com/article/10.3390/nano12213767/s1
https://www.mdpi.com/article/10.3390/nano12213767/s1

Nanomaterials 2022, 12, 3767 20 of 23

References

1. Shahidi, E; Naczk, M. Food Phenolics: Sources, Chemistry, Effects, Applications; Technomic Pub. Co.: Lancaster, PA, USA, 1995;
ISBN 1-56676-279-0.

2. Kumar, N.; Goel, N. Phenolic Acids: Natural Versatile Molecules with Promising Therapeutic Applications. Biotechnol. Rep. 2019,
24, €00370. [CrossRef] [PubMed]

3. Kumar, N.; Gupta, S.; Chand Yadav, T.; Pruthi, V.; Kumar Varadwaj, P.; Goel, N. Extrapolation of Phenolic Compounds as
Multi-Target Agents against Cancer and Inflammation. J. Biomol. Struct. Dyn. 2019, 37, 2355-2369. [CrossRef] [PubMed]

4. Mori, H.; Kawabata, K; Yoshimi, N.; Tanaka, T.; Murakami, T.; Okada, T.; Murai, H. Chemopreventive Effects of Ferulic Acid on
Oral and Rice Germ on Large Bowel Carcinogenesis. Anticancer Res. 1999, 19, 3775-3778. [PubMed]

5. Middleton, E.J.; Kandaswami, C.; Theoharides, T.C. The Effects of Plant Flavonoids on Mammalian Cells: Implications for
Inflammation, Heart Disease, and Cancer. Pharmacol. Rev. 2000, 52, 673-751. [PubMed]

6. Rocha, L.D.; Monteiro, M.; Teodoro, A.J. Anticancer Properties of Hydroxycinnamic Acids -A Review. Cancer Clin. Oncol. 2012, 1,
109. [CrossRef]

7.  Dziato, M.; Mierziak, J.; Korzun, U.; Preisner, M.; Szopa, J.; Kulma, A. The Potential of Plant Phenolics in Prevention and Therapy
of Skin Disorders. Int. J. Mol. Sci. 2016, 17, 160. [CrossRef]

8.  Sytar, O.; Hemmerich, I; Zivcak, M.; Rauh, C.; Brestic, M. Comparative Analysis of Bioactive Phenolic Compounds Composition
from 26 Medicinal Plants. Saudi ]. Biol. Sci. 2018, 25, 631-641. [CrossRef]

9. Son, S.; Lewis, B.A. Free Radical Scavenging and Antioxidative Activity of Caffeic Acid Amide and Ester Analogues:
Structure— Activity Relationship. J. Agric. Food Chem. 2002, 50, 468—472. [CrossRef]

10. Kumar, N.; Pruthi, V. Structural Elucidation and Molecular Docking of Ferulic Acid from Parthenium Hysterophorus Possessing
COX-2 Inhibition Activity. 3 Biotech 2015, 5, 541-551. [CrossRef]

11. Jayaprakasam, B.; Vanisree, M.; Zhang, Y.; Dewitt, D.L.; Nair, M.G. Impact of Alkyl Esters of Caffeic and Ferulic Acids on Tumor
Cell Proliferation, Cyclooxygenase Enzyme, and Lipid Peroxidation. J. Agric. Food Chem. 2006, 54, 5375-5381. [CrossRef]

12.  Michaluart, P.; Masferrer, J.L.; Carothers, A.M.; Subbaramaiah, K.; Zweifel, B.S.; Koboldt, C.; Mestre, ].R.; Grunberger, D.; Sacks,
P.G.; Tanabe, T.; et al. Inhibitory Effects of Caffeic Acid Phenethyl Ester on the Activity and Expression of Cyclooxygenase-2 in
Human Oral Epithelial Cells and in a Rat Model of Inflammation. Cancer Res. 1999, 59, 2347-2352. [PubMed]

13. Kang, N.J.; Lee, K.W,; Shin, B.].; Jung, S.K.; Hwang, M.K,; Bode, A.M.; Heo, Y.-S.; Lee, H.].; Dong, Z. Caffeic Acid, a Phenolic
Phytochemical in Coffee, Directly Inhibits Fyn Kinase Activity and UVB-Induced COX-2 Expression. Carcinogenesis 2009, 30,
321-330. [CrossRef] [PubMed]

14. Miiller-Decker, K.; Fiirstenberger, G. The Cyclooxygenase-2-Mediated Prostaglandin Signaling Is Causally Related to Epithelial
Carcinogenesis. Mol. Carcinog. 2007, 46, 705-710. [CrossRef] [PubMed]

15. Chiang, E.-PI.; Tsai, S.-Y.; Kuo, Y.-H.; Pai, M.-H.; Chiu, H.-L.; Rodriguez, R.L.; Tang, E-Y. Caffeic Acid Derivatives Inhibit the
Growth of Colon Cancer: Involvement of the PI3-K/Akt and AMPK Signaling Pathways. PLoS ONE 2014, 9, €99631. [CrossRef]
[PubMed]

16. Jaganathan, S.K. Growth Inhibition by Caffeic Acid, One of the Phenolic Constituents of Honey, in HCT 15 Colon Cancer Cells.
Sci. World |. 2012, 2012, 372345. [CrossRef]

17.  Murad, L.D.; Soares ND, C.P.; Brand, C.; Monteiro, M.C.; Teodoro, A.]. Effects of Caffeic and 5-Caffeoylquinic Acids on Cell
Viability and Cellular Uptake in Human Colon Adenocarcinoma Cells. Nutr. Cancer 2015, 67, 532-542. [CrossRef]

18. Tang, H.; Yao, X.; Yao, C.; Zhao, X.; Zuo, H.; Li, Z. Anti-Colon Cancer Effect of Caffeic Acid p-Nitro-Phenethyl Ester in Vitro and
in Vivo and Detection of Its Metabolites. Sci. Rep. 2017, 7, 7599. [CrossRef]

19. Espindola, KM.M,; Ferreira, R.G.; Narvaez, L.E.M.; Silva Rosario, A.C.R; da Silva, A.HM,; Silva, A.G.B.; Vieira, A.P.O.; Monteiro,
M.C. Chemical and Pharmacological Aspects of Caffeic Acid and Its Activity in Hepatocarcinoma. Front. Oncol. 2019, 9, 541.
[CrossRef]

20. Rajendra Prasad, N.; Karthikeyan, A.; Karthikeyan, S.; Reddy, B.V. Inhibitory Effect of Caffeic Acid on Cancer Cell Proliferation
by Oxidative Mechanism in Human HT-1080 Fibrosarcoma Cell Line. Mol. Cell. Biochem. 2011, 349, 11-19. [CrossRef]

21. Kanimozhi, G.; Prasad, N.R. Chapter 73-Anticancer Effect of Caffeic Acid on Human Cervical Cancer Cells. In Coffee in Health and
Disease Prevention; Preedy, V.R., Ed.; Academic Press: San Diego, CA, USA, 2015; pp. 655-661. ISBN 978-0-12-409517-5.

22. Kabala-Dzik, A.; Rzepecka-Stojko, A.; Kubina, R.; Wojtyczka, R.D.; Buszman, E.; Stojko, J. Caffeic Acid Versus Caffeic Acid
Phenethyl Ester in the Treatment of Breast Cancer MCF-7 Cells: Migration Rate Inhibition. Integr. Cancer Ther. 2018, 17, 1247-1259.
[CrossRef]

23. Rosendahl, A.H.; Perks, C.M.; Zeng, L.; Markkula, A.; Simonsson, M.; Rose, C.; Ingvar, C.; Holly, ] M.P; Jernstrom, H. Caffeine
and Caffeic Acid Inhibit Growth and Modify Estrogen Receptor and Insulin-like Growth Factor I Receptor Levels in Human
Breast Cancer. Clin. Cancer Res. 2015, 21, 1877-1887. [CrossRef] [PubMed]

24. Hudson, E.A; Dinh, PA.; Kokubun, T.; Simmonds, M.S.; Gescher, A. Characterization of Potentially Chemopreventive Phenols in
Extracts of Brown Rice That Inhibit the Growth of Human Breast and Colon Cancer Cells. Cancer Epidemiol. Biomarkers Prev. 2000,
9,1163-1170. [PubMed]

25. Min, J.; Shen, H.; Xi, W.; Wang, Q.; Yin, L.; Zhang, Y; Yu, Y; Yang, Q.; Wang, Z.-N. Synergistic Anticancer Activity of Combined

Use of Caffeic Acid with Paclitaxel Enhances Apoptosis of Non-Small-Cell Lung Cancer H1299 Cells in Vivo and in Vitro. Cell.
Physiol. Biochem. 2018, 48, 1433-1442. [CrossRef] [PubMed]


http://doi.org/10.1016/j.btre.2019.e00370
http://www.ncbi.nlm.nih.gov/pubmed/31516850
http://doi.org/10.1080/07391102.2018.1481457
http://www.ncbi.nlm.nih.gov/pubmed/30047324
http://www.ncbi.nlm.nih.gov/pubmed/10625957
http://www.ncbi.nlm.nih.gov/pubmed/11121513
http://doi.org/10.5539/cco.v1n2p109
http://doi.org/10.3390/ijms17020160
http://doi.org/10.1016/j.sjbs.2016.01.036
http://doi.org/10.1021/jf010830b
http://doi.org/10.1007/s13205-014-0253-6
http://doi.org/10.1021/jf060899p
http://www.ncbi.nlm.nih.gov/pubmed/10344742
http://doi.org/10.1093/carcin/bgn282
http://www.ncbi.nlm.nih.gov/pubmed/19073879
http://doi.org/10.1002/mc.20326
http://www.ncbi.nlm.nih.gov/pubmed/17546626
http://doi.org/10.1371/journal.pone.0099631
http://www.ncbi.nlm.nih.gov/pubmed/24960186
http://doi.org/10.1100/2012/372345
http://doi.org/10.1080/01635581.2015.1004736
http://doi.org/10.1038/s41598-017-07953-8
http://doi.org/10.3389/fonc.2019.00541
http://doi.org/10.1007/s11010-010-0655-7
http://doi.org/10.1177/1534735418801521
http://doi.org/10.1158/1078-0432.CCR-14-1748
http://www.ncbi.nlm.nih.gov/pubmed/25691730
http://www.ncbi.nlm.nih.gov/pubmed/11097223
http://doi.org/10.1159/000492253
http://www.ncbi.nlm.nih.gov/pubmed/30064123

Nanomaterials 2022, 12, 3767 21 of 23

26.

27.

28.

29.

30.
31.

32.

33.

34.

35.

36.

37.

38.
39.

40.

41.

42.

43.

44.

45.

46.

47.

48.

49.

50.

51.

Tyszka-Czochara, M.; Konieczny, P.; Majka, M. Caffeic Acid Expands Anti-Tumor Effect of Metformin in Human Metastatic
Cervical Carcinoma HTB-34 Cells: Implications of AMPK Activation and Impairment of Fatty Acids De Novo Biosynthesis. Int. ].
Mol. Sci. 2017, 18, 462. [CrossRef]

Matsunaga, T.; Tsuchimura, S.; Azuma, N.; Endo, S.; Ichihara, K.; Ikari, A. Caffeic Acid Phenethyl Ester Potentiates Gastric Cancer
Cell Sensitivity to Doxorubicin and Cisplatin by Decreasing Proteasome Function. Anticancer Drugs 2019, 30, 251-259. [CrossRef]
Koraneekit, A.; Limpaiboon, T.; Sangka, A.; Boonsiri, P.; Daduang, S.; Daduang, ]. Synergistic Effects of Cisplatin-Caffeic Acid
Induces Apoptosis in Human Cervical Cancer Cells via the Mitochondrial Pathways. Oncol. Lett. 2018, 15, 7397-7402. [CrossRef]
Sirota, R.; Gibson, D.; Kohen, R. The Timing of Caffeic Acid Treatment with Cisplatin Determines Sensitization or Resistance of
Opvarian Carcinoma Cell Lines. Redox Biol. 2017, 11, 170-175. [CrossRef]

Kelland, L. The Resurgence of Platinum-Based Cancer Chemotherapy. Nat. Rev. Cancer 2007, 7, 573-584. [CrossRef]

Neumann, W.; Crews, B.C.; Marnett, L.J.; Hey-Hawkins, E. Conjugates of Cisplatin and Cyclooxygenase Inhibitors as Potent
Antitumor Agents Overcoming Cisplatin Resistance. ChemMedChem 2014, 9, 1150-1153. [CrossRef]

Neumann, W.; Crews, B.C.; Sarosi, M.B.; Daniel, C.M.; Ghebreselasie, K.; Scholz, M.S.; Marnett, L.J.; Hey-Hawkins, E. Conjugation
of Cisplatin Analogues and Cyclooxygenase Inhibitors to Overcome Cisplatin Resistance. ChemMedChem 2015, 10, 183-192.
[CrossRef]

Matsumura, Y.; Maeda, H. A New Concept for Macromolecular Therapeutics in Cancer Chemotherapy: Mechanism of Tu-
moritropic Accumulation of Proteins and the Antitumor Agent Smancs. Cancer Res. 1986, 46, 6387-6392. [PubMed]

Hagman, E.; Elimam, A.; Kupferschmidt, N.; Ekbom, K.; Rossner, S.; Igbal, M.N.; Johnston, E.; Lindgren, M.; Bengtsson, T.;
Danielsson, P. Oral Intake of Mesoporous Silica Is Safe and Well Tolerated in Male Humans. PLoS ONE 2020, 15, €0240030.
[CrossRef] [PubMed]

Sweeney, S.K.; Luo, Y.; O'Donnell, M.A.; Assouline, ]. Nanotechnology and Cancer: Improving Real-Time Monitoring and Staging
of Bladder Cancer with Multimodal Mesoporous Silica Nanoparticles. Cancer Nanotechnol. 2016, 7, 3. [CrossRef] [PubMed]
Tang, F.; Li, L.; Chen, D. Mesoporous Silica Nanoparticles: Synthesis, Biocompatibility and Drug Delivery. Adv. Mater. 2012, 24,
1504-1534. [CrossRef] [PubMed]

Bharti, C.; Nagaich, U.; Pal, A.K.; Gulati, N. Mesoporous Silica Nanoparticles in Target Drug Delivery System: A Review. Int. ].
Pharm. Investig. 2015, 5, 124. [CrossRef] [PubMed]

Manzano, M.; Vallet-Regi, M. Mesoporous Silica Nanoparticles for Drug Delivery. Adv. Funct. Mater. 2020, 30, 1902634. [CrossRef]
Sébio, R.M.; Meneguin, A.B.; Ribeiro, T.C.; Silva, R.R.; Chorilli, M. New Insights towards Mesoporous Silica Nanoparticles as a
Technological Platform for Chemotherapeutic Drugs Delivery. Int. ]. Pharm. 2019, 564, 379-409. [CrossRef]

Castillo, R.R.; Lozano, D.; Vallet-Regi, M. Mesoporous Silica Nanoparticles as Carriers for Therapeutic Biomolecules. Pharmaceutics
2020, 12, 432. [CrossRef]

Taleghani, A.S.; Nakhjiri, A.T.; Khakzad, M.].; Rezayat, S.M.; Ebrahimnejad, P; Heydarinasab, A.; Akbarzadeh, A.; Marjani, A.
Mesoporous Silica Nanoparticles as a Versatile Nanocarrier for Cancer Treatment: A Review. |. Mol. Lig. 2021, 328, 115417.
[CrossRef]

Yu, A,; Dai, X,; Wang, Z.; Chen, H.; Guo, B.; Huang, L. Recent Advances of Mesoporous Silica as a Platform for Cancer
Immunotherapy. Biosensors 2022, 12, 109. [CrossRef]

Yuan, Z; Pan, Y,; Cheng, R.; Sheng, L.; Wu, W.; Pan, G.; Feng, Q.; Cui, W. Doxorubicin-Loaded Mesoporous Silica Nanoparticle
Composite Nanofibers for Long-Term Adjustments of Tumor Apoptosis. Nanotechnology 2016, 27, 245101. [CrossRef] [PubMed]
Edeler, D.; Arlt, S.; Petkovi¢, V.; Ludwig, G.; Draca, D.; Maksimovi¢-Ivani¢, D.; Mijatovi¢, S.; Kaluderovié, G.N. Delivery of
[Ru(iyé-p-Cymene)Clz{thP(CH2)3SPh—|<P}] Using Unfunctionalized and Mercapto Functionalized SBA-15 Mesoporous Silica:
Preparation, Characterization and in Vitro Study. J. Inorg. Biochem. 2018, 180, 155-162. [CrossRef] [PubMed]

Tao, Z.; Toms, B.; Goodisman, J.; Asefa, T. Mesoporous Silica Microparticles Enhance the Cytotoxicity of Anticancer Platinum
Drugs. ACS Nano 2010, 4, 789-794. [CrossRef]

Lin, C.H.; Cheng, S.H.; Liao, W.N.; Wei, PR.; Sung, PJ.; Weng, C.F.; Lee, C.H. Mesoporous Silica Nanoparticles for the Improved
Anticancer Efficacy of Cis-Platin. Int. |. Pharm. 2012, 429, 138-147. [CrossRef]

Edeler, D.; Kaluderovi¢, M.R.; Doj¢inovi¢, B.; Schmidt, H.; Kaluderovié¢, G.N. SBA-15 Mesoporous Silica Particles Loaded with
Cisplatin Induce Senescence in B16F10 Cells. RSC Adv. 2016, 6, 111031-111040. [CrossRef]

Predarska, I.; Saoud, M.; Morgan, I.; Eichhorn, T.; Kaluderovi¢, G.N.; Hey-Hawkins, E. Cisplatin—cyclooxygenase Inhibitor
Conjugates, Free and Immobilised in Mesoporous Silica SBA-15, Prove Highly Potent against Triple-Negative MDA-MB-468
Breast Cancer Cell Line. Dalton Trans. 2022, 51, 857-869. [CrossRef]

Tan, M.-X,; Wang, Z.-F; Qin, Q.-P; Zou, B.-Q.; Liang, H. Complexes of Oxoplatin with Rhein and Ferulic Acid Ligands as
Platinum(IV) Prodrugs with High Anti-Tumor Activity. Dalton Trans. 2020, 49, 1613-1619. [CrossRef] [PubMed]

Hall, M.D; Dillon, C.T.; Zhang, M.; Beale, P; Cai, Z.; Lai, B.; Stampfl, A.P.; Hambley, T.W. The Cellular Distribution and Oxidation
State of Platinum(Il) and Platinum(IV) Antitumour Complexes in Cancer Cells. J. Biol. Inorg. Chem. 2003, 8, 726-732. [CrossRef]
[PubMed]

Touaibia, M.; Guay, M. Natural Product Total Synthesis in the Organic Laboratory: Total Synthesis of Caffeic Acid Phenethyl
Ester (CAPE), A Potent 5-Lipoxygenase Inhibitor from Honeybee Hives. J. Chem. Educ. 2011, 88, 473-475. [CrossRef]


http://doi.org/10.3390/ijms18020462
http://doi.org/10.1097/CAD.0000000000000715
http://doi.org/10.3892/ol.2018.8256
http://doi.org/10.1016/j.redox.2016.12.006
http://doi.org/10.1038/nrc2167
http://doi.org/10.1002/cmdc.201402074
http://doi.org/10.1002/cmdc.201402353
http://www.ncbi.nlm.nih.gov/pubmed/2946403
http://doi.org/10.1371/journal.pone.0240030
http://www.ncbi.nlm.nih.gov/pubmed/33007031
http://doi.org/10.1186/s12645-016-0015-8
http://www.ncbi.nlm.nih.gov/pubmed/27217840
http://doi.org/10.1002/adma.201104763
http://www.ncbi.nlm.nih.gov/pubmed/22378538
http://doi.org/10.4103/2230-973X.160844
http://www.ncbi.nlm.nih.gov/pubmed/26258053
http://doi.org/10.1002/adfm.201902634
http://doi.org/10.1016/j.ijpharm.2019.04.067
http://doi.org/10.3390/pharmaceutics12050432
http://doi.org/10.1016/j.molliq.2021.115417
http://doi.org/10.3390/bios12020109
http://doi.org/10.1088/0957-4484/27/24/245101
http://www.ncbi.nlm.nih.gov/pubmed/27172065
http://doi.org/10.1016/j.jinorgbio.2017.12.011
http://www.ncbi.nlm.nih.gov/pubmed/29288894
http://doi.org/10.1021/nn9015345
http://doi.org/10.1016/j.ijpharm.2012.03.026
http://doi.org/10.1039/C6RA22596A
http://doi.org/10.1039/D1DT03265H
http://doi.org/10.1039/C9DT04594E
http://www.ncbi.nlm.nih.gov/pubmed/31942585
http://doi.org/10.1007/s00775-003-0471-6
http://www.ncbi.nlm.nih.gov/pubmed/12884089
http://doi.org/10.1021/ed100050z

Nanomaterials 2022, 12, 3767 22 of 23

52.

53.

54.

55.

56.

57.

58.

59.

60.

61.

62.

63.

64.

65.

66.

67.

68.

69.

70.

71.

72.

73.

74.

75.

76.

Garcia-Pefias, A.; Gomez-Ruiz, S.; Pérez-Quintanilla, D.; Paschke, R.; Sierra, I.; Prashar, S.; del Hierro, I.; Kaluderovi¢, G.N. Study
of the Cytotoxicity and Particle Action in Human Cancer Cells of Titanocene-Functionalized Materials with Potential Application
against Tumors. J. Inorg. Biochem. 2012, 106, 100-110. [CrossRef]

Kaluderovi¢, G.N.; Pérez-Quintanilla, D.; Sierra, L; Prashar, S.; del Hierro, L; Zizak, Z.; Jurani¢, Z.D.; Fajardo, M.; Gomez-Ruiz, S.
Study of the Influence of the Metal Complex on the Cytotoxic Activity of Titanocene-Functionalized Mesoporous Materials. J.
Mater. Chem. 2010, 20, 806-814. [CrossRef]

Smolko, L.; Smolkova, R.; Samol'ova, E.; Morgan, I.; Saoud, M.; Kaluderovi¢, G.N. Two Isostructural Co(II) Flufenamato and
Niflumato Complexes with Bathocuproine: Analogues with a Different Cytotoxic Activity. J. Inorg. Biochem. 2020, 210, 111160.
[CrossRef]

Subik, K.; Lee, J.-F,; Baxter, L.; Strzepek, T.; Costello, D.; Crowley, P,; Xing, L.; Hung, M.-C.; Bonfiglio, T.; Hicks, D.G.; et al. The
Expression Patterns of ER, PR, HER2, CK5/6, EGFR, Ki-67 and AR by Immunohistochemical Analysis in Breast Cancer Cell Lines.
Breast Cancer 2010, 4, 35-41. [CrossRef]

Khan, M.F; Nasr, FEA.; Noman, O.M.; Alyhya, N.A.; Ali, I.; Saoud, M.; Rennert, R.; Dube, M.; Hussain, W.; Green, L.R.; et al.
Cichorins D-F: Three New Compounds from Cichorium Intybus and Their Biological Effects. Molecules 2020, 25, 4160. [CrossRef]
Draca, D.; Edeler, D.; Saoud, M.; Doj¢inovi¢, B.; Dunderovi¢, D.; Pmura, G.; Maksimovi¢-Ivani¢, D.; Mijatovi¢, S.; Kaluderovig,
G.N. Antitumor Potential of Cisplatin Loaded into SBA-15 Mesoporous Silica Nanoparticles against BI6F1 Melanoma Cells: In
Vitro and in Vivo Studies. J. Inorg. Biochem. 2021, 217, 111383. [CrossRef] [PubMed]

Rice-Evans, C.A.; Miller, N.J.; Paganga, G. Structure-Antioxidant Activity Relationships of Flavonoids and Phenolic Acids. Free
Radic. Biol. Med. 1996, 20, 933-956. [CrossRef]

Spiegel, M.; Kapusta, K.; Kotodziejczyk, W.; Saloni, J.; Zbikowska, B.; Hill, G.A.; Sroka, Z. Antioxidant Activity of Selected
Phenolic Acids-Ferric Reducing Antioxidant Power Assay and QSAR Analysis of the Structural Features. Molecules 2020, 25,
3088. [CrossRef]

Scampicchio, M.; Wang, J.; Blasco, A.J.; Sanchez Arribas, A.; Mannino, S.; Escarpa, A. Nanoparticle-Based Assays of Antioxidant
Activity. Anal. Chem. 2006, 78, 2060-2063. [CrossRef]

Amini, S.M.; Akbari, A. Metal Nanoparticles Synthesis through Natural Phenolic Acids. IET Nanobiotechnol. 2019, 13, 771-777.
[CrossRef]

LeBlanc, L.M.; Paré, A.F.; Jean-Francois, J.; Hébert, M.].G.; Surette, M.E.; Touaibia, M. Synthesis and Antiradical/Antioxidant
Activities of Caffeic Acid Phenethyl Ester and Its Related Propionic, Acetic, and Benzoic Acid Analoguesc. Molecules 2012, 17,
14637-14650. [CrossRef]

Wang, S.-M.; Zhang, Y.-B.; Liu, H.-M; Yu, G.-B.; Wang, K.-R. Mild and Selective Deprotection Method of Acetylated Steroids and
Diterpenes by Dibutyltin Oxide. Steroids 2007, 72, 26-30. [CrossRef] [PubMed]

Ramesh, C.; Mahender, G.; Ravindranath, N.; Das, B. A Mild, Highly Selective and Remarkably Easy Procedure for Deprotection
of Aromatic Acetates Using Ammonium Acetate as a Neutral Catalyst in Aqueous Medium. Tetrahedron 2003, 59, 1049-1054.
[CrossRef]

Dunne, A.; Palomo, J.M. Efficient and Green Approach for the Complete Deprotection of O-Acetylated Biomolecules. RSC Adv.
2016, 6, 88974-88978. [CrossRef]

Sing, K.S. Reporting Physisorption Data for Gas/Solid Systems with Special Reference to the Determination of Surface Area and
Porosity (Recommendations 1984). Pure Appl. Chem. 1985, 57, 603-619. [CrossRef]

Kankala, RK.; Han, Y.-H.; Na, J.; Lee, C.-H.; Sun, Z.; Wang, S.-B.; Kimura, T.; Ok, Y.S.; Yamauchi, Y.; Chen, A.-Z,; et al.
Nanoarchitectured Structure and Surface Biofunctionality of Mesoporous Silica Nanoparticles. Adv. Mat. 2020, 32, 1907035.
[CrossRef]

Dolete, G.; Purcareanu, B.; Mihaiescu, D.E.; Ficai, D.; Oprea, O.-C.; Birca, A.C.; Chircov, C.; Vasile, B.S.; Vasilievici, G.; Ficai,
A.; etal. A Comparative Loading and Release Study of Vancomycin from a Green Mesoporous Silica. Molecules 2022, 27, 5589.
[CrossRef]

Costa, P; Sousa Lobo, ].M. Modeling and Comparison of Dissolution Profiles. Eur. |. Pharm. Sci. 2001, 13, 123-133. [CrossRef]
Korsmeyer, R.W.; Gurny, R.; Doelker, E.; Buri, P.; Peppas, N.A. Mechanisms of Solute Release from Porous Hydrophilic Polymers.
Inter. ]. Pharm. 1983, 15, 25-35. [CrossRef]

Langer, R.S.; Peppas, N.A. Present and Future Applications of Biomaterials in Controlled Drug Delivery Systems. Biomaterials
1981, 2, 201-214. [CrossRef]

Vistica, D.T.; Skehan, P.; Scudiero, D.; Monks, A.; Pittman, A.; Boyd, M.R. Tetrazolium-Based Assays for Cellular Viability: A
Critical Examination of Selected Parameters Affecting Formazan Production. Cancer Res. 1991, 51, 2515-2520.

Shoemaker, M.; Cohen, I.; Campbell, M. Reduction of MTT by Aqueous Herbal Extracts in the Absence of Cells. J. Ethnopharmacol.
2004, 93, 381-384. [CrossRef]

Wang, P.; Henning, S.M.; Heber, D. Limitations of MTT and MTS-Based Assays for Measurement of Antiproliferative Activity of
Green Tea Polyphenols. PLoS ONE 2010, 5, €10202. [CrossRef] [PubMed]

Bruggisser, R.; von Daeniken, K,; Jundt, G.; Schaffner, W.; Tullberg-Reinert, H. Interference of Plant Extracts, Phytoestrogens and
Antioxidants with the MTT Tetrazolium Assay. Planta Med. 2002, 68, 445-448. [CrossRef] [PubMed]

Chang, M. Tamoxifen Resistance in Breast Cancer. Biomol. Ther. 2012, 20, 256-267. [CrossRef] [PubMed]


http://doi.org/10.1016/j.jinorgbio.2011.09.033
http://doi.org/10.1039/B919269G
http://doi.org/10.1016/j.jinorgbio.2020.111160
http://doi.org/10.1177/117822341000400004
http://doi.org/10.3390/molecules25184160
http://doi.org/10.1016/j.jinorgbio.2021.111383
http://www.ncbi.nlm.nih.gov/pubmed/33582397
http://doi.org/10.1016/0891-5849(95)02227-9
http://doi.org/10.3390/molecules25133088
http://doi.org/10.1021/ac052007a
http://doi.org/10.1049/iet-nbt.2018.5386
http://doi.org/10.3390/molecules171214637
http://doi.org/10.1016/j.steroids.2006.10.004
http://www.ncbi.nlm.nih.gov/pubmed/17194467
http://doi.org/10.1016/S0040-4020(02)01635-6
http://doi.org/10.1039/C6RA19645D
http://doi.org/10.1351/pac198557040603
http://doi.org/10.1002/adma.201907035
http://doi.org/10.3390/molecules27175589
http://doi.org/10.1016/S0928-0987(01)00095-1
http://doi.org/10.1016/0378-5173(83)90064-9
http://doi.org/10.1016/0142-9612(81)90059-4
http://doi.org/10.1016/j.jep.2004.04.011
http://doi.org/10.1371/journal.pone.0010202
http://www.ncbi.nlm.nih.gov/pubmed/20419137
http://doi.org/10.1055/s-2002-32073
http://www.ncbi.nlm.nih.gov/pubmed/12058323
http://doi.org/10.4062/biomolther.2012.20.3.256
http://www.ncbi.nlm.nih.gov/pubmed/24130921

Nanomaterials 2022, 12, 3767 23 of 23

77.

78.

79.
80.

81.

82.

83.

84.

85.

86.

Ali, S.; Rasool, M.; Chaoudhry, H.; N Pushparaj, P,; Jha, P; Hafiz, A.; Mahfooz, M.; Abdus Sami, G.; Azhar Kamal, M.; Bashir, S.;
et al. Molecular Mechanisms and Mode of Tamoxifen Resistance in Breast Cancer. Bioinformation 2016, 12, 135-139. [CrossRef]
[PubMed]

Chavez-Dominguez, R.; Perez-Medina, M.; Lopez-Gonzalez, J.S.; Galicia-Velasco, M.; Aguilar-Cazares, D. The Double-Edge
Sword of Autophagy in Cancer: From Tumor Suppression to Pro-Tumor Activity. Front. Oncol. 2020, 10, 578418. [CrossRef]
Jung, S.; Jeong, H.; Yu, S.-W. Autophagy as a Decisive Process for Cell Death. Exp. Mol. Med. 2020, 52, 921-930. [CrossRef]
Perillo, B.; Di Donato, M.; Pezone, A.; Di Zazzo, E.; Giovannelli, P.; Galasso, G.; Castoria, G.; Migliaccio, A. ROS in Cancer
Therapy: The Bright Side of the Moon. Exp. Mol. Med. 2020, 52, 192-203. [CrossRef]

Mijatovié, S.; Savié-Radojevi¢, A.; Pljesa-Ercegovac, M.; Simi¢, T.; Nicoletti, F.; Maksimovi¢-Ivani¢, D. The Double-Faced Role of
Nitric Oxide and Reactive Oxygen Species in Solid Tumors. Antioxidants 2020, 9, 374. [CrossRef]

Maksimovi¢-Ivani¢, D.; Mijatovi¢, S.; Mirkov, L.; Stogi¢-Grujici¢, S.; Miljkovi¢, D.; Sabo, T.J.; Trajkovi¢, V.; Kaluderovi¢, G.N.
Melanoma Tumor Inhibition by Tetrachlorido(O,0’-Dibutyl-Ethylenediamine-N,N’-Di-3-Propionate)Platinum(IV) Complex: In
Vitro and in Vivo Investigations. Metallomics 2012, 4, 1155-1159. [CrossRef]

Bredholt, G.; Mannelqvist, M.; Stefansson, I.M.; Birkeland, E.; Hellem Bg, T.; Jyan, A.M.; Trovik, J.; Kalland, K.-H.; Jonassen, I.;
Salvesen, H.B.; et al. Tumor Necrosis Is an Important Hallmark of Aggressive Endometrial Cancer and Associates with Hypoxia,
Angiogenesis and Inflammation Responses. Oncotarget 2015, 6, 39676. [CrossRef] [PubMed]

duPre’, S.A.; Hunter, K W. Murine Mammary Carcinoma 4T1 Induces a Leukemoid Reaction with Splenomegaly: Association
with Tumor-Derived Growth Factors. Exp. Mol. Pathol. 2007, 82, 12-24. [CrossRef] [PubMed]

DuPre’, S.A.; Redelman, D.; Hunter Jr, K.W. The Mouse Mammary Carcinoma 4T1: Characterization of the Cellular Landscape of
Primary Tumours and Metastatic Tumour Foci. Int. ]. Exp.Pathol. 2007, 88, 351-360. [CrossRef] [PubMed]

McSweeney, K.R.; Gadanec, L.K.; Qaradakhi, T.; Ali, B.A.; Zulli, A.; Apostolopoulos, V. Mechanisms of Cisplatin-Induced
Acute Kidney Injury: Pathological Mechanisms, Pharmacological Interventions, and Genetic Mitigations. Cancers 2021, 13, 1572.
[CrossRef] [PubMed]


http://doi.org/10.6026/97320630012135
http://www.ncbi.nlm.nih.gov/pubmed/28149048
http://doi.org/10.3389/fonc.2020.578418
http://doi.org/10.1038/s12276-020-0455-4
http://doi.org/10.1038/s12276-020-0384-2
http://doi.org/10.3390/antiox9050374
http://doi.org/10.1039/c2mt20150j
http://doi.org/10.18632/oncotarget.5344
http://www.ncbi.nlm.nih.gov/pubmed/26485755
http://doi.org/10.1016/j.yexmp.2006.06.007
http://www.ncbi.nlm.nih.gov/pubmed/16919266
http://doi.org/10.1111/j.1365-2613.2007.00539.x
http://www.ncbi.nlm.nih.gov/pubmed/17877537
http://doi.org/10.3390/cancers13071572
http://www.ncbi.nlm.nih.gov/pubmed/33805488

	Introduction 
	Materials and Methods 
	Synthesis of Platinum(IV) Conjugates 1 and 2 
	Deprotection of 2 to Obtain Platinum(IV) Conjugate 3 
	Solubility and Stability of Conjugates 1–3 
	Preparation of SBA-15 
	Preparation of SBA-15 Material Loaded with Platinum(IV) Conjugates, SBA-15|1–SBA-15|3 
	Drug Release Studies 
	In Vitro Studies 
	Cell Culture 
	Cell Viability Studies 
	Flow Cytometry 
	In Vivo Studies 
	Induction of Tumors and In Vivo Treatment 
	Histopathological Examination 
	Statistical Analysis 

	Results and Discussion 
	Synthesis and Characterization of Platinum(IV) Conjugates 1–3 
	Synthesis and Characterization of the Mesoporous Silica Materials 
	Release of Platinum(IV) Conjugates from MSNs 
	Antiproliferative Activity 
	Molecular Mechanism of Action 
	In Vivo Decrease of Breast Cancer Growth 

	Conclusions 
	References

