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Abstract: Convection-enhanced delivery (CED) has been introduced as a concept in cancer treatment
to generate high local concentrations of anticancer therapeutics and overcome the limited diffusional
distribution, e.g., in the brain. RNA interference provides interesting therapeutic options to fight
cancer cells but requires nanoparticulate (NP) carriers with a size below 100 nm as well as a low
zeta potential for CED application. In this study, we investigated calcium phosphate NPs (CaP-NPs)
as siRNA carriers for CED application. Since CaP-NPs tend to aggregate, we introduced a new
terpolymer (014PEGMA(1:1:2.5) NH3) for stabilization of CaP-NPs intended for delivery of siRNA
to brain cancer cells. This small terpolymer provides PEG chains for steric stabilization, and a fat
alcohol to improve interfacial activity, as well as maleic anhydrides that allow for both labeling and
high affinity to Ca(Il) in the hydrolyzed state. In a systematic approach, we varied the Ca/P ratio
as well as the terpolymer concentration and successfully stabilized NPs with the desired properties.
Labeling of the terpolymer with the fluorescent dye Cy5 revealed the terpolymer’s high affinity to
CaP. Importantly, we also determined a high efficiency of siRNA binding to the NPs that caused
very effective survivin siRNA silencing in F98 rat brain cancer cells. Cytotoxicity investigations
with a standard cell line resulted in minor and transient effects; no adverse effects were observed in
organotypic brain slice cultures. However, more specific cytotoxicity investigations are required. This
study provides a systematic and mechanistic analysis characterizing the effects of the first oligomer
of a new class of stabilizers for siRNA-loaded CaP-NPs.

Keywords: calcium phosphate nanoparticles; PEGylated terpolymer; particle characterization; siRNA
delivery; cell transfection

1. Introduction

In recent decades, nanoparticulate systems have become an important issue as a drug
delivery system, especially in cancer treatment [1].

Pharmaceutics 2022, 14, 326. https:/ /doi.org/10.3390/ pharmaceutics14020326

https:/ /www.mdpi.com/journal /pharmaceutics


https://doi.org/10.3390/pharmaceutics14020326
https://doi.org/10.3390/pharmaceutics14020326
https://creativecommons.org/
https://creativecommons.org/licenses/by/4.0/
https://creativecommons.org/licenses/by/4.0/
https://www.mdpi.com/journal/pharmaceutics
https://www.mdpi.com
https://orcid.org/0000-0003-4518-8054
https://orcid.org/0000-0002-1136-3857
https://orcid.org/0000-0003-3168-3062
https://orcid.org/0000-0001-7126-6146
https://orcid.org/0000-0002-8252-1605
https://orcid.org/0000-0002-2778-6256
https://orcid.org/0000-0002-8067-7307
https://orcid.org/0000-0001-5555-7058
https://orcid.org/0000-0002-4776-2294
https://orcid.org/0000-0003-1340-1850
https://doi.org/10.3390/pharmaceutics14020326
https://www.mdpi.com/journal/pharmaceutics
https://www.mdpi.com/article/10.3390/pharmaceutics14020326?type=check_update&version=2

Pharmaceutics 2022, 14, 326

2 of 27

One possible strategy to deliver nanotherapeutics is direct infusion of pharmaceuticals
in the target tissue via convection-enhanced delivery (CED). CED allows for the distribution
of therapeutics in normal and tumor tissue via an external pressure gradient that provides
fluid convection [2,3]. Compared to diffusion, CED has been shown to result in larger
distribution volumes [3]. Further benefits of CED include high local drug concentrations in
the tumor areas, avoiding adverse systemic effects [3].

A promising class of therapeutics for a targeted, localized tumor application is siRNAs,
which can decrease the expression of cancer-relevant genes and, in consequence, induce
apoptosis in the tumor cells [4-7]. Several studies described the potential of survivin as
a single molecular target in cancer cell therapy based on RNA interference without the
need of additional cytotoxic factors [4,8-10]. However, due to the high negative charge of
nucleic acids, their large molecular weight and their susceptibility to enzymatic (RNases)
degradation, siRNA delivery systems are necessary to enable protection and efficient
cellular uptake [11-13]. A generally nontoxic and naturally occurring material that can be
used for gene delivery is calcium phosphate (CaP), which was developed as a transfection
agent for plasmid DNA in the early 1970s by Graham and van der Eb [14-16]. In contrast
to other gene delivery systems, the susceptibility of inorganic CaP to acid environments
facilitates dissolution in endosomes and siRNA release into the cytoplasm [17]. Although
this susceptibility limits a potential application in solid tumors, application of siRNA-
loaded CaP-NPs after tumor resection might help to inhibit relapse.

CaP particles tend to aggregate after their preparation and require the addition of
a suitable stabilizer for a successful in vivo application [18,19]. Different strategies for
stabilization have already been published including PEGylated stabilizers with anionic
functional groups for interaction with CaP-NPs [20-26], coating with lipids [27-30] and
coating with nucleic acids and polyethyleneimines (PEIs), resulting in core—shell parti-
cles [31-33]. Darvan 821-A® (R.T. Vanderbilt, Norwalk, CT, USA) represents a commercially
available CaP stabilizer that is based on polyacrylate [34,35] and provides negative charges
capable of binding to CaP-NPs [34-36].

With the objective to also employ a polyanionic substance and implement an am-
phiphilic design for increased interfacial affinity as well as functional groups for further
chemical modifications, we focused on anhydride-containing amphiphilic oligomers to sta-
bilize nanoparticles of a size below 100 nm. An oligomeric copolymer of maleic anhydride
(MA), tetradecyl acrylate (TDA or 14 in oligomer code) and monomethoxy poly(ethylene
glycol)methacrylate (PEGMAc or PEG in polymer code) combines the desired functional-
ities. Negative charges mediating affinity to positively charged domains of CaP during
precipitation can be obtained by hydrolysis or aminolysis of anhydride groups. Working
with anhydrides as reactive precursors for carboxylate groups ensures solubility in organic
solvents during synthesis and subsequent chemical modification. The terpolymer further
contains TDA as a lipophilic comonomer with a medium chain length to provide surface
activity, and PEG950-methacrylate for steric stabilization of the nanoparticles [37-39]. This
molecular weight was selected because several reports suggested a decreased cellular
uptake of particles decorated with PEG of molecular weights above 2000. Anhydrides can
also be used for convenient covalent modification with fluorescent or other diagnostic
labels. To our knowledge, this is the first report on an amphiphilic anionic oligomer for
CaP stabilization which is also capable of instant chemical modification.

In this study, we systematically investigated effects of our terpolymer on particle
size distribution with the aim to generate siRNA-carrying NPs with a mean diameter
below 100 nm for CED application. We applied zeta potential measurements to provide
information on the influence of terpolymer binding on the surface charge. To investigate a
potential competition between siRNA and the terpolymer, we used fluorescence labeling of
both in order to discriminate between the bound and free terpolymer and siRNA.

Cytocompatibility was assessed according to ISO 10993-5 with L929 mouse fibrob-
lasts [40], and siRNA silencing efficiency was studied in the rat glioblastoma cell line F98.
Biocompatibility in intact tissue was studied in ex vivo brain tissue slice cultures. To assess
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the CaP-NP distribution in the brain using CED, early preliminary in vivo investigations
on the NP distribution were performed.

2. Materials and Methods
2.1. Materials

CaCly x 2H,0, HEPES, Tris-HCl and NaCl were purchased from PanReac AppliChem
ITW reagents (Darmstadt, Germany). Na,HPO, x 2H,0O, Dulbecco’s phosphate-buffered
saline w/0 Mg w /o Ca, penicillin/streptomycin, Dulbecco’s Modified Eagle Medium high glu-
cose, horse serum, fetal bovine serum, picric acid and 3,3’-diaminobenzidine tetrahydrochlo-
ride were purchased from Sigma-Aldrich (St. Louis, MO, USA). Methoxy(PEG) methacrylate
(Mn: 950, 300 ppm BHT and 100 ppm MEHQ as an inhibitor), 4,4’-azobisisobutyronitrile and
trimethylamine were purchased from Sigma-Aldrich Chemie GmbH (Taufkirchen, Germany).
Rotitest® Vital, hematoxylin solution acc. to Gill II, propidium iodide and n-butylacetate
were purchased from Carl Roth GmbH + Co. KG (Karlsruhe, Germany). Minimal essential
medium, glutamine, Annexin V-FITC and Hank’s Balanced Salt Solution were purchased
from Gibco/Thermo Fisher Scientific (Waltham, MA, USA).

Lipofectamine™ RNAiIMAX, High-Capacity cDNA Reverse Transcription Kit, Taq-
Man™ Universal PCR Master Mix, no AmpErase™ UNG and TagMan™ Gene Expression
Assays Rn00574012_m1 (BIRC5) and Rn03302271_gH (RPLP0) were purchased from Ap-
plied Biosystems™ by Thermo Fisher Scientific (Foster City, CA, USA). RNeasy Mini Kit,
RNase-free H,O, RNase-free DNase set, AllStars Negative Control siRNA, AllStars Negative
Control siRNA labeled with AlexaFluor™ 647 (AF647) and BIRC5 siRNA Rn_RGD:70499_4
were purchased from Qiagen (Hilden, Germany). BLOCK-iT™ fluorescent oligo, calcein AM
and ethidium homodimer-1 were purchased from Invitrogen (Carlsbad, CA, USA). Rabbit
anti-active caspase-3 antibody was purchased from MBL (Woburn, MA, USA). Biotinylated
secondary antibody (immunoglobulin IgG H + L) for detection of caspase-3 antibody and
ABC-Elite kit were purchased from Vector Laboratories (Burlingame, CA, USA). Paraformalde-
hyde, 2-methylbutane and Entellan® were purchased from Merck (Darmstadt, Germany).
Isoflurane was purchased from CP-Pharma Handelsgesellschaft mbH (Burgdorf, Germany).

Histoacryl was purchased from B. Braun (Melsungen, Germany). Cresyl violet was
purchased from Fluka Chemie (Buchs, Switzerland). Glutaraldehyde was purchased from
Serva (Heidelberg, Germany). Cyanine-5-amine was purchased from Lumiprobe (Hannover,
Germany). Lactate dehydrogenase (LDH) cytotoxicity kit was purchased from Roche (Basel,
Switzerland). Triton X-100 was purchased from Ferak Berlin GmbH (Berlin, Germany).
Tetradecylacrylate was purchased from TCl Deutschland GmbH (Eschborn, Germany). Di-
ethyl ether, THF and ethanol were purchased from VWR International GmbH (Darmstadt,
Germany). Deuterated chloroform (CDCI3) with an internal reference of 0.03% tetramethyl-
silane and other deuterated NMR solvents were purchased from ARMAR (Europa) GmbH
(Leipzig, Germany). Maleic anhydride and aniline were purchased from Acros Organics (Geel,
Belgium). Sodium hydroxide was purchased from Th. Geyer (Renningen, Germany). The
25% ammonia hydroxide solution was purchased from Griissing GmbH (Filsum, Germany).
Caspase-Glo® 3/7 assay was purchased from Promega (Madison, WI, USA).

2.2. Synthesis and Characterization of the Amphiphilic Terpolymer 014PEGMA(1:1:2.5)_NH3

The pristine terpolymer oligo(TDA-co-PEG-co-MA) (014PEGMA)(1:1:2.5) was synthe-
sized by free radical polymerization from tetradecylacrylate (TDA or 14 in oligomer code),
methoxy poly(ethylene glycol)(900) methacrylate (PEG) and maleic anhydride (MA) in a
molar ratio of 1:1:2.5, as described before for similar anhydride-containing oligomers [41-44].

In brief, the monomers were weighted and dissolved in anhydrous THF at 60 °C under
nitrogen purge; polymerization was initiated by the addition of 2 mol% AIBN and left
to react for 18 h. Thereafter, the reaction mixture was concentrated by rotoevaporation,
redissolved in methylene chloride and precipitated in diethyl ether. The precipitation step
was repeated twice, and the isolated precipitate was dried under vacuum. The pristine
oligomer was converted into the corresponding ammonium salt by anhydride hydrolysis
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in 1 M ammonia solution at 60 °C overnight [45,46]. Excess ions were removed by dialysis
against deionized water (200 mL) using a 0.5-1 kDa MWCO Float-A-lyzer dialysis device
(5mL) for 10 h and repeated changes of the outer phase [47].

The molecular weight distribution of the pristine terpolymer was analyzed by gel
permeation chromatography (GPC) in THF using two columns (SDV 1000 and 100,000 A
with a 5 pm particle size, 8 m x 300 m) and one precolumn (SDV 5 um; 8 m x 50 mm) (PSS,
Mainz, Germany) relative to poly(styrene standards) using PSS Ready Cal-Kit (PSS, Mainz,
Germany), as previously described [41,43].

The chemical composition of pristine terpolymers was derived from 'H-NMR analysis
and acid-base titration. Proton NMR of sample solutions with concentrations of 0.5 mg/mL
in deuterated chloroform was recorded on a 400 MHz, Bruker AVANCE III HD spectrometer
(Bruker, Billerica, MA, USA) and analyzed using the MNova software version 11.0.3-18688
(Mestrelab research SL, Santiago de Compostela, Spain). The amount of incorporated PEG
monomer was obtained from the proton signals between 3.42 and 3.86 ppm relative to
the amount of incorporated TDA using the methyl end group at 0.75-1.00 ppm (3H). The
amount of incorporated MA was determined by conductometric titration, as previously de-
scribed [42]. This reference also describes the determination of chemically intact anhydrides
by titration according to Brown and Fujimori.

2.3. Covalent Derivatization of the Oligomer with Fluorescent Dye Cy5

Prior to hydrolytic dissociation of the anhydride groups in pristine 014PEGMA, a defined
amount of anhydrides can be covalently derivatized by incubation of an oligomer solution with
a solution of a functional amine molecule. To immobilize a fluorescent label to the oligomer,
cyanine-5-amine (Cy5-amine) in a molar amount equal to 25% of the intact anhydrides per
oligomer was added to an acetonic oligomer solution. Thereafter, 5% of TEA relative to
intact MA was added, and the solution was left to stir at room temperature for 4 h [22,42].
Afterwards, the remaining anhydrides were hydrolyzed, and the product was purified and
isolated as described above by dialysis (MWCO: 0.1-0.5 kDa) against water.

2.4. Preparation of CaP-NPs

CaP-NPs were precipitated via combination of a CaCl, and a Na,HPO, solution in
the presence of siRNA (co-precipitation). Two different methods were applied to produce
unloaded or siRNA-loaded CaP-NPs [22].

For method 1, 25 puL of a CaCl, solution (2.5 pL of 2.5 M CaCl, x 2H;O containing
0,1 or 10 umol/L siRNA and 10 mmol/L Tris pH 7.0) was mixed with 25 uL of a PO,3~
solution (140 mmol/L NaCl, 1.5/3.75/6.0 mmol /L Na,HPO, x 2H,0, 50 mmol/L HEPES,
pH 7.0). After 4 s, 25 uL 014PEGMA(1:1:2.5)_NH3; (in 50 mmol/L HEPES pH 7.0) was
added to the calcium phosphate solution. For production of the final CaP-NPs, the solution
was gently mixed and vortexed for 2 s.

For method 2, 25 uL of a PO43~ solution (140 mmol/L NaCl, 1.5/3.75/6.0 mmol/L
Nap,HPOy, 50 mmol/L HEPES, pH 7.0) was first mixed with 25 pL of 014PEGMA(1:1:2.5)_NH3
(in 50 mmol/L HEPES pH 7.0) solution. Then, the mixture was added to a 25 uL. CaCl; solution
(2.5 pL CaCl; containing 0, 1 or 10 umol /L siRNA and 10 mmol/L Tris pH 7.0). For production
of the final CaP-NPs, the solution was gently mixed and vortexed for 2 s. Tables 1 and 2 give an
overview of the different concentrations of the oligomer for NP stabilization as well as different
siRNA amounts used for loading of oligomer-stabilized CaP-NPs and siRNA transfection.
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Table 1. Overview of terpolymer concentrations used for stabilization of CaP-NPs.

Stock Solution

(Used for CaP-NP Final Concentration

(in Formulation)

Preparation)
2 umol/L 0.7 umol /L
5 1/L 1.7 1/L
014PEGMA(1:1:2.5)_NHj mfi‘nool/ o 25 ﬁgle
40 umol/L 13.3 umol /L

Table 2. Overview of siRNA amounts used for loading of oligomer-stabilized CaP-NPs and
siRNA transfection.

Stock Solution

(Used for Loading of Final Amount/Well
CaP-NPs)

BIRC5 siRNA 20 pmol/L 1.0 ug
non-concentrated AllStars Negative Control siRNA 20 umol/L 1.0 pug
(48-well) . . 20 umol/L 1.0 ug
AllStars Negative Control siRNA AF647 200 umol /L 100 ug
C trated BIRC5 siRNA 200 umol /L 10.0 ug
o(gzen rﬁ)e AllStars Negative Control siRNA 200 umol /L 10.0 ug
we AllStars Negative Control siRNA AF647 200 pmol/L 10.0 ug

Concentration of the CaP-NPs

Due to the limitation of the injection volume (5 uL) by CED, oligomer-stabilized CaP-
NPs were concentrated by ultrafiltration prior to injection. CaP-NPs were prepared as
described above and loaded with 10 pmol/L siRNA. After 30 min of complexation, NP
solution was transferred to Amicon Ultra-4 100K centrifugal filter units (Merck Millipore,
Tullagreen, Ireland) and centrifuged (Centrifuge 5430 R, Eppendorf, Hamburg, Germany)
for 4 min at 2000 rcf.

2.5. Particle Size and Zeta Potential Measurements

Particle size measurements were performed by via Nanoparticle Tracking Analysis (NTA,
NanoSight LM 10, Malvern Panalytical, Kassel, Germany) and laser diffraction analysis
(Mastersizer 3000, dispersion unit: Hydro SV; Malvern Panalytical, Kassel, Germany). NTA
measurements were performed at 25 °C with a measurement time of 30 s and a detection
threshold of 8. Laser diffraction analysis was performed to simultaneously observe NPs and
aggregates. Measurement parameters were set as follows: refractive index 1.6; absorption
index: 0.001; density: 3.14 g/cm?; and a measurement time of 10 s per sample.

For determination of zeta potentials, we applied electrophoretic light scattering (Lite-
sizer 500) in combination with Univette Low Volume (both Anton Paar, Graz, Austria). The
zeta potential measurements were calculated using the Smoluchowski method with the
following specifications: medium viscosity 0.8903 mPas, temperature 25 °C, filter optical
density 3.2102 and automatic voltage adjustment.

2.6. Determination of the siRNA Binding Capacity

The siRNA binding capacity of different CaP-NP formulations was evaluated by
determining the proportion of unbound siRNA. To this end, FITC-labeled siRNA was used.
The CaP-NPs were prepared according to methods 1 and 2 (Figure 1) and loaded with
1 pmol/L FITC-siRNA. After preparation, unbound siRNA was separated from CaP-NPs
using centrifugal filter units (Amicon Ultra-4 100K, Merck Millipore, Tullagreen, Ireland) at
2000 rcf for 4 min. After centrifugation, the fluorescence intensities (relative fluorescence
units, RFU) (excitation: 494 nm, emission: 519 nm) of the flow-throughs were measured
in a plate reader (Synergy H1, BioTek, Bad Friedrichshall, Germany). The proportion of
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unbound FITC-siRNA [%] was calculated according to the following equation, where the
control represents 1 pmol/L FITC-siRNA without CaP-NPs:

RFUqow—
unbound FITC — siRNA [O/O]: ( flow—through sample)

x 100

REUgow— through control

A) Method 1

Pos

) 5
] -_.
&

NHy*  NHg*
€00 coo;
\ N—7 <

coo- €00

AN stabilizer :
siRNA 4!
.::oo;z‘?"}‘
CaP-NP ? /
Stabilized siRNA-
loaded CaP-NP
B) Method 2
PO,
NHz*  NHz* ‘
COoOo- COO: //

COO- COoO-

stabilizer

Stabilized siRNA-
loaded CaP-NP

m» Tetradecyl acrylate
_~— PEG950-methacrylate

Figure 1. Schematic illustration 014PEGMA(1:1:2.5)_NHj3 CaP-NP preparation using two different
methods. (A) In method 1, a stabilizer was added 4 s after the CaP precipitation. (B) In method 2, a
solution of a stabilizer and PO43~ was mixed with a siRNA-containing Ca* solution.

2.7. Determination of the Oligomer Binding Capacity

The binding capacity of the oligomer to CaP-NPs was analyzed by using 014PEGMA
(1:1:2.5)_NHj; labeled with Cy5-amine. Oligomer-stabilized CaP-NPs were prepared
according to method 2 (Figure 1B) and loaded with 1 umol/L BIRC5 siRNA. After 30 min
of incubation, CaP-NP solutions were loaded on centrifugal filters and processed as
described in Section 2.6. For excluding binding of the stabilizer to centrifugal filter
units, we applied a cyanine-5-amine-labeled stabilizer without CaP-NPs as a control.
We performed the same ultrafiltration procedure as for the CaP-NP groups to obtain
a small volume of retentate for fluorescence measurements. Fluorescence intensities
(excitation: 650 nm, emission: 676 nm) of the retentate (stabilizer bound to CaP-NPs) and
flow-through (unbound stabilizer) were determined. The proportion of oligomer [%] in
the retentate and flow-through was calculated according to the following equation:

oligomer [0/0] _ ( RFUsample (flow—through or retentate) > % 100

RFU controlyetentate + RFU Controlﬂow,through

2.8. Cell Culture

F98 cells (ATCC CRL-2397, Manassas, VA, USA) were cultivated in Dulbecco’s Modified
Eagle Medium high glucose supplemented with 10% FBS and 1% penicillin/streptomycin in
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a humified atmosphere of 5% CO; at 37 °C. Every 2-3 days, subcultivation was conducted.
Before harvesting cells for in vitro experiments, 70-80% confluence of cells was obtained.

For biocompatibility testing, L.929 cells (Cell Lines Service, Eppelheim, Germany) were
cultivated in Dulbecco’s Modified Eagle Medium low glucose supplemented with 10%
FBS and 1% penicillin/streptomycin in a humified atmosphere of 5% CO, at 37 °C and
subcultured as described for F98 cells.

2.9. Cellular Uptake of CaP-NPs

The cellular uptake of CaP-NPs in F98 cells was analyzed by using AllStars Negative
Control siRNA AF647 in the rat glioblastoma cell line F98. The day before transfection, F98
cells were seeded with a density of 30,000 cells/well into 48-well plates (Costar® 48-well,
Corning, NY, USA) and cultivated under standard conditions (37 °C, 5% CO;). On the
day of transfection, cell culture medium was removed and replaced with 300 uhL DMEM
high glucose supplemented with 2% FBS without antibiotics. CaP-NPs were prepared as
described above with 3.75 mmol/L PO,3~ and 40 umol/L 014PEGMA(1:1:2.5)_NHj. As
siRNA loading amounts, 1 and 10 pmol/L were used. Fluorescence signals were analyzed
at 4 and 24 h after addition of CaP-NPs (75 uL) by using a Nikon Eclipse TE2000-S Inverted
Microscope (Nikon Corp., Tokyo, Japan) with the fluorescent lamp C-HGFI (Nikon Corp.,
Tokyo, Japan). Before analysis, cells were washed twice with 1x PBS to avoid quenching
of fluorescence signals by CaP-NPs on the cell monolayer. To obtain the 24 h values, cells
were washed twice with 1x PBS and cultured in DMEM high glucose + 2% FBS + 1%
penicillin/streptomycin under standard conditions (5% CO,, 37 °C) until analysis.

2.10. BIRC5 siRNA Transfection Experiments

The siRNA transfection efficiency of CaP-NPs was assessed in the rat glioblastoma
cell line F98. As a molecular target, BIRC5, encoding the inhibitor of apoptosis protein
survivin, was used. Twenty-four hours before transfection, F98 cells were seeded with
a density of 30,000 cells/well into 48-well plates (Costar® 48-well, Corning, NY, USA)
and cultivated under standard conditions (37 °C, 5% CO,). On the day of transfection,
cell culture medium was removed and replaced with 300 uL DMEM high glucose sup-
plemented with 2% FBS without antibiotics. CaP-NPs were prepared as described above
according to method 2 with 40 pmol/L oligomer (Figure 1) and loaded with 1 pmol/L
BIRC5 siRNA (sense strand: 5'-CUAUUGUGACCUGGACUUATT-3'; antisense strand: 5’'-
UAAGUCCAGGUCACAAUAGAG-3'). As a non-coding control siRNA, we used AllStars
Negative Control siRNA (sense strand: 5'-proprietary-3’; antisense strand: 5'-proprietary-
3') from Qiagen (Hilden, Germany).

CaP-NPs were prepared with 40 pmol/L oligomer according to method 2. In total, 75 pL
CaP-NP solution was added per well of a 48-well plate (Costar® 48-well, Corning, NY, USA).

To determine normal BIRC5 gene expression levels as well as unaffected cell viabilities,
untreated F98 cells served as control. This control group was neither treated with CaP-
NPs nor with the naked siRNA. As further transfection controls, we applied 1 pmol/L of
the respective naked siRNA (BIRC5/non-coding) to exclude any effect of siRNA in the
absence of the gene delivery system. Unloaded CaP-NPs as well as CaP-NPs loaded with
non-coding siRNA served as further controls.

After 5 h of incubation at 3% CO,, cells were washed twice with 1 x PBS. Afterwards,
DMEM high glucose supplemented with 2% FBS and 1% penicillin/streptomycin was
added, and cells were cultivated until analysis under standard conditions (37 °C, 5% CO,).

2.10.1. Determination of the BIRC5 Gene Expression Levels

BIRC5 gene expression levels were analyzed with quantitative real-time PCR using
BioRad CFX Touch (BioRad, Feldkirchen, Germany). For this, F98 cells were transfected
as described above. On day 2 post-transfection, cells were harvested, and total RNA was
extracted by using the RNeasy Mini Kit in combination with a DNase digestion using
RNase-free DNase set according to the manufacturer’s protocols. Reverse transcription
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was performed using the High-Capacity cDNA Reverse Transcription Kit according to
the manufacturer’s instructions. Real-time PCR was performed using the TagMan gene
expression assay in combination with TagMan™ Master Mix (primer sequences for BIRC5:
Rn00574012_m1). BIRC5 gene expression levels were normalized to the housekeeping gene
RPLPO (Rn03302271_gH) using the 2(~2ACT) method. Unloaded CaP-NPs and non-coding
siRNA-loaded CaP-NPs, as well as untreated F98 cells and F98 cells treated with naked
siRNA, served as controls.

2.10.2. Determination of the Cell Viability

The effect of reduced BIRC5 gene expression levels on cell viability was analyzed with
the WST-8 assay (Rotitest® Vital) based on the formation of formazan by viable cells only.
To this end, F98 cells were transfected as described above. On day 3 post-transfection, cell
culture medium was removed and replaced with 300 uL fresh culture medium per well
of a 48-well plate (Costar® 48-well, Corning, NY, USA). Immediately thereafter, 30 uL of
Rotitest® Vital reagent was added per well of a 48-well plate (Costar® 48-well, Corning, NY,
USA) and cells were incubated for 1 h at 37 °C and 5% CO,. Cell culture supernatants were
collected, and formazan absorbance was measured at 450 nm using a plate reader (Synergy
H1, Biotek, Bad Friedrichshall, Germany). The cell viability [%] was calculated according
to the following equation, where the untreated control represents untreated F98 cells:

C 1lee OD450 nmSample
11 lity (%] = 1
cell viability [%] <OD450 amuntreated cells x 100

2.10.3. Caspase Assay and Annexin V Staining

For Annexin V-FITC/propidium iodide (PI) staining, F98 rat glioblastoma cells were
seeded in 48-well plate (Costar® 48-well, Corning, NY, USA) and transfected as described
above. On day 2 post-transfection, cells were washed twice with 1x PBS and trypsinized,
and cell culture medium was added to stop the trypsinization. Subsequently, cells were
collected and centrifuged (Biofuge Pico, Heraeus, Hanau, Germany) at 1200 rpm for 5 min.
The cell pellets were washed with 500 pL PBS and again centrifuged as above. Finally, the
cells were resuspended in 100 puL 1x Annexin binding buffer (10 mM HEPES, 140 mM
NaCl and 2.5 mM CaCl,, pH 7.4) and stained with 2.5 pL. Annexin V-FITC as well as 2 pL
PI solution (2 mg/mL). After 15 min of incubation in the dark at room temperature, the
samples were filled up with an additional 400 pL. 1x Annexin binding buffer and ana-
lyzed using an Attune® Acoustic Focusing Cytometer (Thermo Fisher Scientific, Schwerte,
Germany). For analysis of apoptosis, Annexin-positive cells in the upper and lower right
quadrants were considered.

For the quantification of caspase-3/7 activity, the Caspase-Glo® 3/7 assay was used.
F98 rat glioblastoma cells were seeded in 48 wells (Costar® 48-well, Corning, NY, USA)
and transfected with CaP-NPs as described above. On day 3 post-transfection, the Caspase-
Glo® 3/7 assay was performed according to the manufacturer’s protocol. After 1 h of
incubation at room temperature in the dark, 200 pL was transferred to a 96-well plate
(Costar® 96-well, Corning, NY, USA). Luminescence was measured by using a Fluostar
Optima Reader (BMG Labtec, Ortenberg, Germany). To normalize different cell densities
caused by BIRCS5 silencing (reduced cell proliferation), the WST-8 assay was performed in
parallel for determination of the luminescence signal/WST-8 signal ratio. For this, 30 pL
Rotitest® Vital reagent was added per well of a 48-well plate (Costar® 48-well, Corning, NY,
USA) and cells were incubated for 1 h at 37 °C and 5% CO,. Cell culture supernatants were
collected, and formazan absorbance was measured at 450 nm using a plate reader (Synergy
H1, Biotek, Bad Friedrichshall, Germany). Data were normalized to untreated F98 cells.

2.11. In Vitro Cytocompatibility Testing

The cytocompatibility testing of 014PEGMA(1:1:2.5)_NH3-stabilized CaP-NPs was
performed according to ISO 10993-5 [40] using L929 mouse fibroblasts (Cell Lines Service,
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Eppelheim, Germany) at passages 38 and 39. L929 fibroblasts were seeded at a density of
30,000 cells/well in a 48-well plate (Cos’car® 48-well, Corning, NY, USA) (non-concentrated
CaP-NPs) or 10,000 cells/well in a 96-well plate (Costar® 96-well, Corning, NY, USA).
After 24 h, cell culture medium was removed and replaced with DMEM low glucose
supplemented with 10% FBS without antibiotics.

CaP-NPs were prepared as described above according to method 2 with 40 umol/L
oligomer, loaded with 0 or 1 pmol/L siRNA and 75 pL non-concentrated CaP-NPs added
per well of a 48-well plate (Costar® 48-well, Corning, NY, USA). For the concentrated
group, CaP-NPs were centrifuged (Centrifuge 5430 R, Eppendorf, Hamburg, Germany) for
4 min at 2000 rcf using Amicon Ultra-4 100K centrifugal filters (Merck Millipore, Tullagreen,
Ireland). After concentration, 5 pL. CaP-NPs was added per well of a 96-well plate (Costar®
96-well, Corning, NY, USA). Untreated L929 cells served as a negative cytotoxicity control.
As a positive toxicity control, L929 cells were treated with 70% (v/v) ethanol in water.

After 24 h, media were exchanged with fresh culture medium in all groups, and the
cells were kept for another 48 h at 37 °C and 5% CO,. Analysis was conducted after 24 and
72 h using the Live/Dead Assay and WST-8 assay.

2.11.1. Determination of the Metabolic Activity

The WST-8 assay (Rotitest® Vital) was performed according to the manufacturer’s
protocol to analyze the metabolic activity. The metabolic activity [%] was calculated
according to the following equation:

metabolic activity [%] = ( OD50 nmsample ) x 100

ODy50 nmuntreated 1.929 cells

2.11.2. Live/Dead Assay

For the Live/Dead assay, cells were washed with PBS and incubated with a mixture of
calcein AM (2 uM) and ethidium homodimer-1 (4 tM) in DMEM low glucose w /o phenol
red supplemented with 10% heat-inactivated FBS for 45 min at 37 °C and 5% CO,. Cells
were then washed twice with PBS to remove extra dye and analyzed through fluorescent
microscopy using a Nikon Eclipse TE2000-S Inverted Microscope (Nikon Corp., Tokyo,
Japan) and the fluorescent lamp C-HGFI (Nikon Corp., Tokyo, Japan). The results were
reported as fluorescent images showing red (dead) and green (living) cells.

2.12. Tissue Slice Cultures
2.12.1. Preparation and Treatment

Athymic nude mice (NMRI Nude Mouse; Crl:NMRI-Foxnlnu, Charles River Labora-
tories, Sulzfeld, Germany) were kept under standard conditions strictly according to the
national regulations of animal welfare, with access to lab food and water ad libitum. This
project did not involve animal experiments.

Striatal brain tissue slices were prepared from ~4-month-old mice and cultivated
as previously described [48,49]. In brief, immediately after mouse sacrifice, the brain
was carefully removed under aseptic conditions and placed into a Petri dish containing
warm 1.5% agarose solution. After solidification on ice, a block containing the striatum
was prepared and glued onto the vibratome specimen holder using Histoacryl. Coronal
300 pm sections were cut using a Leica VI1200S Vibratome (Leica Microsystems, Nussloch,
Germany) and collected in ice-cold preparation medium (Minimal essential medium,
2 mmol/L glutamine, 50 ug/mL gentamicin (pH 7.3)). For air-liquid interface culture,
6-well tissue culture (TC) plates (Sarstedt, Niimbrecht, Germany) and TC inserts with a
semi-permeable porous membrane (Sarstedt, Niimbrecht, Germany) were used. The striatal
tissue slices were transferred onto the membranes, and the inserts were placed in 1 mL
incubation medium per well (50% Minimal essential medium, 25% Hank’s Balanced Salt
Solution, 25% heat-inactivated horse serum, 2 mmol/L glutamine, 0.625% glucose; pH 7.2)
containing 50 pug/mL gentamicin per well. After 15 min, 5 uL concentrated CaP-NPs
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(see below) or medium alone was directly pipetted onto the top of the slices. The siRNA-
loaded CaP-NPs were prepared according to method 2 using 3.75 mmol/L Na, HPO4 and
loaded with 1 umol/L siRNA as described before. For stabilization, we added 40 pmol/L
terpolymer. In total, we applied three different groups: medium control, non-concentrated
CaP-NPs and concentrated CaP-NPs. Concentration of CaP-NPs was conducted by using
Amicon Ultra-4 100K centrifugal filter units (Merck Millipore, Tullagreen, Ireland) as
described before. The striatal tissue slice cultures were incubated under standard cell
culture conditions (humidified atmosphere, 37 °C, 5% CO;) for three days, unless stated
otherwise, prior to collecting the incubation media for LDH release assays and analysis
of the tissues. The tissue slices were fixed in a solution containing 4% paraformaldehyde,
0.1% glutaraldehyde and 0.2% picric acid in 100 mmol/L Sorensen’s phosphate buffer (SPB,
pH 7.35) for 2 h, prior to thorough washing and storage at 4 °C. Using the vibratome (Leica
VT1200S Vibratome, Leica Microsystems, Nussloch, Germany), free-floating 50 um slices
were prepared and collected in 0.1 M TBS (pH 7.6).

2.12.2. Microscopic Analysis

For histological staining, the free-floating slices were mounted onto polylysine-coated
slides and stained with cresyl violet according to standard procedures [50].

For immunohistochemistry, the free-floating slices were treated for 25 min with 1%
Hy0O; diluted in Sorensen’s phosphate buffer (SPB, pH 7.35) for blocking endogenous
peroxidase activity, and with blocking solution (SPB containing 0.3% Triton X-100, 2%
normal horse serum) at room temperature (RT) for 60 min for blocking nonspecific binding
sites. Subsequently, the slices were incubated with a rabbit anti-active caspase-3 antibody
(1:50 in blocking solution) at 4 °C overnight, prior to washing for 2 x 5 min in SPB and
incubating with a biotinylated secondary antibody (immunoglobulin IgG (H + L); 1:350
in blocking solution) for 2 h at room temperature. The streptavidin/biotin technique was
employed for detection, using the ABC-Elite Kit with a 1 h incubation at 4 °C followed by a
1 h incubation at RT. For visualization, slices were incubated in 0.07% 3,3/-diaminobenzidine
tetrahydrochloride/0.3% H,O, in SPB (pH 7.2) until the brown staining was observed
under the microscope. After washing, the slices were mounted onto polylysine-coated
slides and dried overnight, and some slices were counterstained using hematoxylin solution
acc. to Gill II.

The stained sections were dehydrated in a series of graded ethanol, processed through
n-butylacetate, coverslipped with Entellan® and left to dry overnight. Microscopic pic-
tures were taken with a Zeiss Axioskop upright microscope (Carl Zeiss, Jena, Germany),
equipped with a Zeiss AxioCam ICc 1 camera (Carl Zeiss, Jena, Germany).

2.13. In Vivo Distribution of the CaP-NPs by CED
2.13.1. CaP-NP Preparation for CED

CaP-NPs were prepared with 3.75 mmol /L PO~ and loaded with 10 pmol/L AllStars
Negative Control siRNA AF647. The oligomer was added according to method 2 with a
concentration of 40 pmol/L. Due to the limitation of the injectable volume (5 uL), CaP-NPs
were concentrated prior to CED injection using centrifugal ultrafiltration, as described
above (Section 2.4). In total, 5 uL of concentrated NP dispersion was injected via CED in
the brain of healthy animals.

2.13.2. Convection-Enhanced Delivery

All experimental work including on animals was conducted in accordance with the na-
tional legislation on the use of animals for research (Tierschutzgesetz (TierSchG), Tierschutz-
Versuchstierverordnung (TierSchVersV)) and was approved by the responsible research
ethics committee (TVV 36/18 Landesdirektion Sachsen, 7 February 2019).

During the time of the experiment, animals were kept in a dedicated climatic chamber
with free access to water and food under a 12:12 h dark/light cycle at a constant temperature
of 24 °C.
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Fischer rats, 8 weeks old (230-300 g), underwent volatile anesthesia with a mixture of
air and isoflurane concentrate (1.5-2% depending on the breathing) during the microsurgery.
The rats’ heads were fixed into a stereotactic frame (Motorized New Standard Stereotaxic®,
Stoelting, Dublin, Ireland). A midline incision was created, and a burr hole was drilled
0.5 mm anterior and 3.6 mm lateral to the bregma. A volume of 5 uL. AllStars Negative
Control siRNA AF647 or concentrated CaP-NP dispersion was injected 6.0 mm into the
brain parenchyma at a rate of 0.2 uL/min for 25 min using a customized 1-step cannula
mounted on a 10 uL Hamilton syringe (30-gauge stainless needle protecting a fused-silica
internal cannula (i.d. x o.d.: 75 pym X 150 um) (Phymep, Paris, France) cut to expose
only 2 mm length of the inner cannula). After injection, the burr hole was filled with
bonewax (Ethicon, Bridgewater, NJ, USA), the scalp incision was sutured (Vicryl 6.0,
Ethicon, Bridgewater, NJ, USA) and the surface was antiseptically cleaned.

2.13.3. In Vivo Biodistribution

The animals were sacrificed 1 h after CED. Their brains were isolated and cryopre-
served by incubation in 2-methylbutane at —25 °C. Cryo-sectioning into coronal sections of
12 pm thickness (Thermo Scientific Microm HM560, Schwerte, Germany) was performed,
and sections were kept at —25 °C. Investigation of the CaP-NP biodistribution was as-
sessed by fluorescence microscopy (Leica, DMi8, software Leica LASX, Leica Mikrosysteme
Vertrieb GmbH, Wetzlar, Germany). The CaP-NP distribution was first assessed in the
healthy parenchyma of rat brains. For the planned duration of 1 h, the first group received
CaP-NPs loaded with 1 pmol/L of AllStars Negative Control siRNA AF647 (n = 2), and
the second group received CaP-NPs loaded with 10 umol/L of AllStars Negative Control
siRNA AF647 (n = 2).

2.14. Statistical Analysis

Statistical analysis was performed by using GraphPad PRISM software (GraphPad
Software Inc., La Jolla, CA, USA). Statistically significant differences between the different
groups were analyzed by using a one-way or two-way ANOVA test with Tukey’s post hoc
test. A p-value below 0.05 was considered statistically significant and is indicated with a
single asterisk (*).

3. Results and Discussion
3.1. Synthesis and Characterization of the Terpolymer 014PEGMA(1:1:2.5)_NH3

The amphiphilic oligomer was successfully synthesized according to the scheme
in Figure 2.

pristine terpolymer o14PEGMA

J& - °v° + = FRP i o
s - - ;
6 CH

&is AIBNITHF/N, o = .,
(60°C, 18h)
PEG d —0
MA %

o
4 o CH;
g

o

Z&CH,

Figure 2. Synthesis of the amphiphilic terpolymer oligo(TDA-co-PEG-co-MA) (014PEGMA) from
tetradecylacrylate (14), methoxy poly(ethylene glycol) methacrylate (PEG) and maleic anhydride
(MA) by free radical polymerization (FRP).

The incorporation of the comonomer MA, which provides functional groups for chem-
ical derivatization and the formation of anionic groups, was determined by conductometric
and Brown-Fujimori titration with a mean value of 48.3 £ 5.8 mol% and a chemical intact-
ness of 60.1% (Figure S1).
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Proton NMR revealed the presence of all comonomers in the product (Figure S1)
and was analyzed to obtain the amount of incorporated methoxy PEG methacrylate per
molecule of TDA. In combination with the titration data for MA incorporation, the aver-
age comonomer composition of the synthesized 014PEGMA(1:1:2.5) was determined as
1:1.25:2.25. From our previous experience with MA-containing oligomers, we attribute the
observed slightly overproportioned incorporation of PEG-MA and slightly underpropor-
tioned incorporation of MA to the reactivities of the different monomers. GPC revealed
a number average molecular weight of 5600 &+ 60 (Figure S2) and a dispersity of 2.0. On
average, we expect an oligomer molecule to be composed of 3.34 TDA, 4.2 PEG-MA and
7.5 MA monomers per molecule.

3.2. Characterization of the CaP-NPs

Size and zeta potential are two crucial parameters influencing the in vivo distribution
and uptake of NPs. In order to determine the influence of the terpolymer concentration on
the size distribution of CaP-NPs, we started our investigations on 014PEGMA(1:1:2.5)_NHj3
in a concentration range between 2 and 10 umol/L (Figure S3). We chose laser diffractome-
try that enabled us to determine broad particle size distributions. This method allowed
us to screen our formulations which may concomitantly contain NPs below 100 nm in
size and aggregates or larger CaP particles up to the millimeter size range. Three different
PO43~ concentrations were used, i.e., 1.5, 3.75 and 6.0 mmol/L PO43~, in agreement with
other studies [20-23,26,32,51-54]. Independent of the used PO,3~ concentration, we found
no stable formulations at oligomer concentrations of 2 and 5 umol/L. The addition of
10 pmol/L oligomer showed NPs below 100 nm in size for 1.5 mmol/L PO,43~, but not for
higher PO43~ concentrations, where aggregates formed within 30 min (Figure S3). Obvi-
ously, a concentration of 10 umol/L 014PEGMA(1:1:2.5)_NHj3 was not able to fully cover
the increased numbers of NPs precipitated with 3.75 or 6.0 mmol/L PO,*>~ and protect
them against aggregation. The need to increase the stabilizer concentration at higher PO,3~
concentrations has been reported before [55]. Consequently, we increased the oligomer
concentration to 40 umol/L (Figures 3 and S4).

With the aim to collect additional information on the particle number, and due to the
smaller sample volume required, we relied on NTA for further particle size measurements
(Figure 3). This method provides microscopic scattering images to visualize aggregate forma-
tion, although no size information on the aggregates with a size beyond about 1000 nm can be
provided. The increased stabilizer concentration (40 pmol/L) resulted in CaP-NP dispersions
with an average size of about 50 nm for 3.75 and 6 mmol/L PO,3~ (Figures 3 and S4). Sim-
ilar correlations between the stabilizer concentration and CaP-NP size have been reported
before for other stabilizers [21,22]. Giger et al. (2013) employed an alendronate-derivatized
PEG2000 (PEG-Ale) as a stabilizer for CaP-NPs and compared it to inositol pentakisphosphate-
derivatized PEG2000 (PEG-IP5) [21]. Preparation of CaP-NPs with a PEG-Ale concentration
of 5 umol/L for 0.5 mmol/L PO,3~ resulted in CaP-NPs of about 190 nm in size that rapidly
grew to more than 500 nm after three days. As they increased the PEG-Ale concentration to
10 umol/L for 0.5 mmol /L PO,3~, the authors obtained stable CaP-NP formulations with an
average size of 260 nm after one month of storage.

Huang et al. (2017) reported similar findings using PEG-IP5 with a PEG length of
5 kDa. In that study, they screened for the impact of different PEG-IP5 concentrations (5,
10, 20, 30, 40 pmol/L) on CaP-NP size prepared with different PO,3~ concentrations (1.5, 3,
4,5, 6 mmol/L) [22]. For each of the applied PO43~ concentrations, they found a steady
decrease in the average size with an increase in the PEG-IP5 concentration. As observed
in our study, the addition of 10 pmol/L polymer to CaP-NPs prepared from 1.5 mmol/L
PO43~ was sulfficient to obtain NPs smaller than 200 nm.
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Figure 3. CaP-NP number distribution for different PO43~ concentrations in the presence of 0, 1 and
10 pmol/L siRNA, and 10 and 40 pmol/L 014PEGMA(1:1:2.5)_NHj. For 1.5 mmol/L PO,3~, data are
only presented for method 1 because only very few particles were formed with method 2, whereas
for 3.75 and 6 mmol/L PO43~, method 2 was chosen, which gave smaller CaP-NPs than method 1.

Size measurements were performed by using NTA. n = 3.
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Beside the effect of the oligomer concentration, we also observed that the preparation
method impacted CaP-NPs’ stability. Two different methods were investigated: method 1,
where CaP-NP precipitation was immediately followed by the addition of the stabilizer,
and method 2 that involved precipitation in the presence of the stabilizer (Figure S4). With
PO,4>~ concentrations higher than 1.5 mmol/L, we found that only method 2 resulted in
NPs smaller than 100 nm. Since, for method 1, the stabilizer was added after mixing of
Ca?* and PO43~ solutions, we assumed that so-called prenucleation clusters between Ca®*
and PO4>~ were formed, building up loosely aggregated networks [22]. By incorporating
more ions from the solution, they would grow into densely aggregated spheres until a
stabilizer is added [22]. With the PO43~ concentration increased to 3.75 or 6.0 mmol/L,
more prenucleation clusters were formed, which grew more rapidly due to the higher
ion concentration. The addition of the oligomer after 4 s (method 1) therefore resulted in
larger particles than for 1.5 mmol/L PO,>~. Furthermore, we observed that method 2 with
1.5 mmol/L PO43’ caused a clear reduction in particle concentrations in comparison to
method 1 (Figure S54). Considering these results, we speculate that a competition between
the anionic oligomer and the phosphate ions for Ca>* suppressed the formation of CaP
prenucleation clusters and caused the growth of the few CaP particles via Ca®* release from
the oligomer, probably due to the higher thermodynamic stability of the CaP particles. In
contrast, when method 1 was applied at a low PO43~ concentration, CaP-NPs precipitated,
and the oligomer added a few seconds after precipitation could bind to the CaP-NP surface
and stabilize it.

In contrast to other studies, our oligomer contained a low-molecular weight PEG
of 950 Da. This is known to reduce the steric stabilization effect and hence the colloidal
stability of our oligomer-stabilized CaP-NPs [21]. Increasing the PEG chain length would
lead to more stable CaP-NPs but would also cause a decreased cellular uptake [21,22,51,54].
To circumvent these storage stability issues, we developed a simple on-demand mixing
reaction for the preparation of 014PEGMA(1:1:2.5)_NH3-stabilized CaP-NPs that allows
for immediate application. We considered formulations as stable when the particle size
remained unchanged 5 h after preparation.

In addition to the analysis of the particle size, we performed zeta potential measure-
ments (Figure 4). For CaP-NPs with 1.5 mmol/L PO,3~, the zeta potential was found to be
in the weakly negative range independent of the siRNA concentration as well as the chosen
precipitation method when oligomer concentrations of at least 10 pmol/L were added.
In contrast, for higher PO43’ concentrations (3.75 and 6.0 mmol/L) that concomitantly
resulted in higher numbers of NPs, we observed a positive zeta potential with 10 pumol/L
oligomer and increasing positive zeta potentials with increasing PO,>~ concentrations,
suggesting an insufficient surface coverage with the stabilizer. An increase in the oligomer
concentration to 40 pmol/L, however, restored the neutral zeta potential found with higher
oligomer-to-PO,43~ concentrations. Methods 1 and 2 caused slightly negative and slightly
positive zeta potentials, respectively, that were significantly higher for 6 mmol/L than for
3.75 mmol/L PO4>~. This strongly indicates an adsorption of the oligomer to the CaP-NPs.
The slight differences between methods 1 and 2 may indicate greater surface formation with
the use of method 2 because crystallization nuclei can be stabilized immediately upon for-
mation, which eventually requires a greater amount of the oligomer to fully stabilize the NP
surface. The addition of siRNA had no measurable effect on the zeta potential, which may
be explained via the dominant PEG effects after adsorption of the oligomer that covered the
underlying siRNA effects, but it may also indicate that siRNA was not bound. To ensure
that siRNA remains incorporated in the 014PEGMA(1:1:2.5)_NHj3-stabilized CaP-NPs, we
analyzed the siRNA binding capacity of our stabilized CaP-NPs in the next step.
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Figure 4. Zeta potential measurements of 014PEGMA(1:1:2.5)_NH3-stabilized CaP-NPs prepared via
methods 1 (A) and 2 (B). PO43~ and oligomer concentrations and siRNA amounts were systematically
varied. Data are presented as mean + SD (n = 3), * p < 0.05.
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3.3. Determination of the siRNA Binding Capacity

Since we found no significant influence of siRNA loading on the size distribution and
zeta potential (Figures 3 and 4), we determined the siRNA binding capacities of different
CaP particle formulations in the absence and presence of the oligomer. For analysis, the
particles were loaded with FITC-labeled siRNA. Unbound FITC-siRNA was separated
from particle-bound FITC-siRNA by ultrafiltration (Amicon Ultra-4 100K, Merck Millipore,
Tullagreen, Ireland). The amount of unbound FITC-siRNA for the different formulations is
shown in Figure 5.
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Figure 5. Analysis of FITC-siRNA binding capacity of 014PEGMA(1:1:2.5)_NH3. Different formula-
tions of CaP-NPs were prepared and loaded with 1 umol/L FITC-siRNA. The amount of unbound
FITC-siRNA was determined after centrifugal filtration and normalized to the control (1 umol/L
FITC-siRNA without CaP-NPs). Data are presented as mean + SD (n = 4), * p < 0.05.

In the absence of 014PEGMA(1:1:2.5)_NHj3, CaP-NPs showed high FITC-siRNA bind-
ing capacities independent of the respective PO~ concentration (1.5/3.75/6.0 mmol/L).
For 3.75 and 6.0 mmol/L PO43’, the addition of 10 or 40 pmol/L stabilizer had no impact
on the FITC-siRNA binding. Independent of the preparation method, we could not detect
any unbound FITC-siRNA after ultrafiltration (Figure 5).

In contrast, we found high amounts of unbound FITC-siRNA for 1.5 mmol/L PO,
after the addition of 10 or 40 umol/L stabilizer (Figure 5), whereas no unbound siRNA was
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determined in the absence of the stabilizer for 1.5 mmol/L PO,3~. We therefore assumed
that for the limited CaP-NP surface provided by 1.5 mmol/L PO43~, the oligomer addition
interferes with siRNA binding to CaP. Kakizawa et al. (2004) reported similar observa-
tions by applying PEG-block-poly(aspartic acid) (PEG-PAA) for inhibition of CaP crystal
growth [23]. Preparation of CaP-NPs with 3.0 mmol/L PO,3~ showed 97% oligodeoxynu-
cleotide (ODN) binding, whereas for 1.5 mmol/L PO,3~, the amount of incorporated
ODN substantially decreased with increasing PEG-PAA concentrations [23]. In contrast,
Giger et al. (2013) found no siRNA displacement for PEG-alendronate (5 or 10 umol/L)
and PEG-inositolpentakisphosphate (10 umol/L) at 1.5 mmol/L Na,HPO4 [21].

These reported divergent effects indicate that larger anionic blocks may bind more
efficiently to the CaP-NPs than small, high-affinity block copolymers with PEG, where the
PEG-block may interfere with the dense packaging of the stabilizer on the NPs.

Beside the competition between the stabilizer and siRNA, the CaP ratio seems to be
another crucial factor influencing the siRNA binding efficiency in our study. Applying
1.5 mmol/L PO4>" for particle preparation resulted in clearly lower particle concentrations
than for the lower Ca/P ratios using 3.75 and 6.0 mmol/L PO,3~ (Figures 3 and S4).

The effect of the particle concentration on siRNA binding was further illustrated
by comparing both preparation methods at 1.5 mmol/L PO43~. Whereas preparation
method 1 showed an siRNA binding efficiency of about 50%, the binding efficiency during
preparation method 2 significantly decreased to about 30% (Figure 5). Since, with method 1,
we always found less free siRNA than with method 2, we assumed that siRNA, once bound,
is less easily displaced by the oligomer than with method 2, where competition takes place
from the initiation of particle formation. Studying the impact of the Ca/P ratio on the
binding of siRNA-mimicking Cy3-dsDNA to lipid-coated CaP-NPs, Tang et al. (2015) found
the highest encapsulation efficiency at a low Ca/P ratio that decreased with an increasing
CaP ratio probably caused by the amounts of particles formed [55].

Taken together, 014PEGMA(1:1:2.5)_NHjs-stabilized CaP-NPs showed high and effi-
cient binding of FITC-siRNA depending on the used Ca/P ratio, making formulations with
more than 1.5 mmol/L PO,3~ suitable as an siRNA delivery system.

3.4. Determination of the Oligomer Binding Capacity

As a next step, we determined the amount of 014PEGMA(1:1:2.5)_NHj3 bound to
siRNA-loaded CaP-NPs. To this end, we labeled the oligomer with different amounts of
Cy5-amine (5, 10, 20, 40 umol/L) via a partial aminolysis of maleic anhydrides before
the remaining anhydride groups were hydrolyzed to generate additional carboxylic acid
groups required for binding to CaP.

Since the labeling of the oligomer with Cy5-amine via maleic anhydrides could de-
crease the affinity to CaP, we analyzed the stability of CaP-NPs prior to the binding capacity
study. Fluorescence microscopy was used to investigate the aggregate formation due to the
possibly impaired stabilization efficiency (data not shown). Only with the lowest amount
(5 pmol/L) of Cy5-amine did we find no aggregate formation and unchanged zeta potential
values (data not shown), whereas higher substitution grades resulted in an increased ten-
dency for aggregate formation probably caused by a decrease in free carboxylic acid groups
required for proper NP stabilization. Moreover, these results clearly show the importance
of hydrolyzed maleic anhydrides for CaP-NP stabilization.

In a similar approach to that used for siRNA binding analysis, we investigated the
binding of 014PEGMA(1:1:2.5)_NHj3 labeled with 5 pmol/L Cy5-amine to CaP-NPs. For
the separation of the unbound (flow-through) stabilizer from CaP-NPs (retentate), we
applied ultrafiltration using centrifugal filter units (Amicon Ultra-4 100K, Merck Millipore,
Tullagreen, Ireland).

We investigated the binding of the oligomer to CaP-NPs with different NP concentra-
tions resulting from different PO43~ concentrations. As a positive control for the unbound
teroligomer, we used a cyanine-5-amine-labeled stabilizer at the same concentration as that
used for CaP-NP stabilization. We integrated this control in our experiment to exclude any
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binding of the oligomer to the centrifugal filter units. Figure 6 shows that the oligomer
easily passed through the filter. We kept a small volume of the solution to generate a
retentate as a control. The retentate and flow-through summed up to 100% of the oligomer.
For 3.75 and 6 mmol/L PO,4>~, we detected no fluorescence in the flow-through, indicating
that the complete amount of the oligomer was tightly bound to the NPs. For 1.5 mmol/L
PO,43~, however, about 25% of the applied oligomer remained free, probably after the NP
surface was covered with the oligomer caused by the reduced particle numbers. This is in
agreement with the zeta potential results reported above.

160

[Tretentate I flow-through]

140 * : .

[ e
120 3 i

100

80 - | | 1

60
404

0 1 |

1.5 mmol/L |: 3.75 mmol/L | 6.0 mmol/L
PO~ . PO~ | PO

014PEGMA(1:1:2.5)_NH3 [%]

control

method 1 | method 2

Figure 6. Analysis of teroligomer binding to siRNA-loaded CaP-NPs via 014PEGMA (1:1:2.5)_NHj
_Cyb5-amine. CaP-NPs were prepared with 1.5, 3.75 or 6.0 mmol/L PO4%~ and stabilized with
40 pmol/L 014PEGMA(1:1:2.5)_NHj3;_Cy5-amine. CaP-NPs were loaded with 1 pmol/L siRNA.
After centrifugal ultrafiltration, the fluorescence intensities of the retentates and the flow-throughs

were determined and normalized to the total fluorescence intensity of each group. As a control,
the dissolved oligomer was filtered in the absence of CaP-NPs: The dissolved Cy5-amine-labeled
stabilizer could fully pass through the centrifugal filter units. To also measure the retentate for
comparison with the CaP-NP groups, we retained a volume fraction on the centrifugal filter units.
Data are presented as mean + SD (n = 4), * p < 0.05.

The results for the siRNA (Figure 5) and oligomer binding (Figure 6) confirm the high
affinity binding of both and support the suitability of the oligomer-stabilized CaP-NPs
as carriers for siRNA, with a dependency on the used PO43~ concentration. If the ratio
between the oligomer and precipitated NPs increases critically, as shown for 1.5 mmol/L
PO43—, especially with method 2, reduced amounts of siRNA bind to the surface, indicating
that the oligomer competes with siRNA for the CaP-NP surface.

To our knowledge, this is the first time that the actual amount of the stabilizer binding
to CaP-NPs has been reported. Although several studies showed an impact of stabilizer
addition on the surface charge [31,32,56], the proper amount of added stabilizer that binds
to CaP-NPs remained unclear, and any impact of the free stabilizer on the zeta potential
cannot be excluded in these studies.

3.5. Determination of the Serum Stability

To assess the stability of our siRNA-loaded CaP-NPs in the transfection medium (DMEM
high glucose + 2% FBS), we monitored the particle size continuously during the transfection
procedure (5 h). NTA measurements revealed no significant impact of the cell culture medium
and serum proteins on the particle sizes of the investigated formulations (Figure S5).
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These findings are in agreement with the results of other studies that demonstrated the
stability of stabilized CaP-NP systems in the presence of serum proteins [21,22,26,28,30,51,56].
To analyze the silencing efficiency and functional stability of oligomer-stabilized CaP-NPs, we
determined in vitro silencing efficiencies in the next step.

3.6. Determination of In Vitro Silencing

We performed in vitro transfection experiments to determine the siRNA silencing effi-
ciency in the rat glioblastoma cell line F98. As a first molecular target, we chose BIRC5, which
encodes the inhibitor of the apoptosis protein survivin, and determined the BIRC5 mRNA
expression levels on day 2 post-transfection as well as cell viabilities on day 3 post-transfection.

As shown in Figure 7, formulations with 3.75 and 6 mmol/L PO437 resulted in high
silencing efficiencies of BIRC5, whereas no significant silencing was observed in the control
groups including CaP-NPs with non-coding siRNA as well as naked siRNA. No significant
influence of the Ca/P ratio on the silencing efficiency was observed for 3.75 and 6 mmol/L
PO,3~. The strong decrease in BIRC5 mRNA expression finally resulted in a strong decrease
in cell viability (to ~5%) on day 3 post-transfection (Figure 7B). A positive control with
Lipofectamine™ RNAiMAX had shown a slightly lower silencing efficiency in other
experiments (data not shown). However, with Lipofectamine™, clearly less siRNA is
recommended for silencing by the manufacturer. We therefore considered this approach as
not suitable as a positive control and dispensed with this group in the shown experiment.
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Figure 7. In vitro siRNA silencing efficiency in F98 cells of 014PEGMA(1:1:2.5)_NHj3-stabilized
siRNA-loaded CaP-NPs (A) on day 2 post-transfection determined by using quantitative real-time
PCR, and (B) cell viability of F98 cells on day 3 post-transfection determined via the WST-8 as-
say. Particles were prepared with 3.75 mmol/L PO43~ or 6.0 mmol/L PO,%~ and 40 pumol/L
014PEGMA(1:1:2.5)_NHj3 according to method 2. Particles were loaded with 1 pmol/L BIRC5 siRNA.
Data were normalized to untreated cells and are presented as mean + SD (n = 4), * p < 0.05.

This remarkable silencing effect relies on a combination of efficient cellular uptake
supported by our stabilizer and a well-documented endosomal release mechanism: Due
to the acid environment, CaP-NPs are rapidly dissolved in late endosomes, leading to an
increased concentration of calcium and phosphate ions. This increased osmotic pressure
leads to water influx, causing rupture of the endosomal membrane and release of siRNA
into the cytosol [21,57,58].

Concerning the uptake efficiency, other studies described reduced cellular up-
takes by increasing the concentration of PEGylated stabilizers with a larger PEG
molecular weight [20-22,54].

Distinct from most other studies using PEG-containing stabilizers, we applied a shorter
PEG length of 950 Da. In consequence, cellular uptake remained almost unimpaired after
stabilization with 014PEG-MA up to concentrations of 40 pmol/L for 3.75 and 6 mmol /L
PO43~. However, this shorter PEG length clearly reduced the colloidal stability of our
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NPs compared to other studies involving stabilizers with longer PEG chains. Nonetheless,
we ensured the stability of particle sizes over 5 h that should be sufficient to prepare the
CaP-NPs and administer them via CED.

Since CaP-NPs prepared with 3.75 or 6.0 mmol/L PO43~ showed no differences in
siRNA silencing efficiency, we used 3.75 mmol/L PO,3~ for analysis of apoptosis induction,
biocompatibility testing and preliminary in vivo distribution studies.

3.7. Effects of BIRC5 Silencing on Apoptosis Induction

To investigate if the decreased cell viability (Figure 7B) upon successful BIRC5 silencing
(Figure 7A) is caused by apoptosis induction in F98 cells, we employed a caspase assay and
normalized the results to the metabolic activity since we observed reduced cell numbers
after BIRCS5 silencing. We found strongly induced caspase-3/7 activity (seven times higher)
for BIRC5 siRNA-loaded CaP-NPs after normalization to the metabolic activity relative
to all negative controls (Figure 8B). In addition, we applied Annexin V and propidium
iodide staining on day 2 post-transfection. Flow cytometric analysis showed that 21% of the
cells were apoptotic (Annexin V+/PI— or positive for both; sum of squares R4 and R6). In
controls, we found that 6% of the cells were apoptotic (Figure 8A). The high proportion of
Annexin V+/PI+ cells indicated that F98 cells were at the late stage of apoptosis caused by
the loss of membrane integrity [59-61]. These results clearly show an induction of apoptosis
in F98 cells caused by BIRCS5 silencing mediated by the oligomer-stabilized CaP-NPs.

3.8. In Vitro Cytocompatibility Testing

In vitro cytocompatibility testing was performed according to ISO 10993-5 [40] using
L929 mouse fibroblasts. L929 cells were incubated with stabilized CaP-NPs for 24 h.

We tested CaP-NPs with 1 ug siRNA /well in 75 L of HEPES buffer as well as 5 L.
of ultrafiltration-concentrated CaP-NPs with 10 pug siRNA /well, which was used in the
in vivo study, too. After 24 h, CaP-NPs were removed, and cells were kept for another 48 h
to analyze the recovery potential. The analysis was performed by using Rotitest® Vital
(WST-8 assay) based on formazan formation by viable cells.

After 24 h of incubation, the metabolic activity of treated L929 cells was higher than
70% for CaP-NPs, whereas no significant effect was found 72 h after the initial exposure.

Using concentrated CaP-NPs, we found no significant influence on the metabolic
activity for both investigated time points (Figure 9). Live/Dead staining further showed no
significant influence on the cell viability of L929 cells (Figure S7). Further investigations
need to show if neuronal cells would also tolerate our NPs. For a first insight into tissue-
specific effects, we investigated cytotoxicity in organotypic brain slice cultures in the
next step.

3.9. Absence of Adverse Effects of CaP-NPs in Organotypic Brain Slice Cultures

Beyond 2D tissue culture, the analysis of possible effects of nanoparticles on intact tissue
integrity and cell viability is relevant as well. This is particularly true for neuronal tissue.

To assess the possible toxicity of CaP-NPs on neuronal tissue, we employed tissue
slices prepared from mouse brains that were cultivated in an air-liquid interface culture.

After 72 h of cultivation in the presence or absence of nanoparticles, the tissue integrity
of the slices was analyzed by cresyl violet staining. This staining of nuclei revealed no
difference in the density or distribution pattern of neuronal cells in the mouse striatum,
indicating the preservation of tissue integrity upon incubation with low or high concentra-
tions of nanoparticles as compared to the negative control (i.e., the same medium without
nanoparticles; Figure 10).



Pharmaceutics 2022, 14, 326 20 of 27

(A)
ﬂ‘
PI Untreated Unloaded CaP-NP [C312 wmoliL BIRCS siRNA [ 1 gmol/L non-coding siRNA Il unloaded
6 | R3 R4 o8 . R4 24 - [
0 66+11% 4.7+02% 18.4%05% 46+0.0% —
10° 1 10° 20+
4] 10* 1 =
10 T 16
3 %)
10° 10 2
o 12
2 2 o12-
10° o 10° 1 §
10' 3 87.1 1.6 £ 0.2 %| 10’ ’85..“ ‘1.5t0.2 % g 8
RE ST o e R6 < .
1¢° T . il 10 e 3
10° 10" 102 10° 10* 10° 10 10° 10" 10?2 10° 10* 10° 10° 41 g
- . 0 —
CaP-NP loaded with CaP-NP loaded with 275 mmollL PO, |
‘IO6 1 3 R4 106 R3 R4
11.7+£1.2 % 5.2+0.0 % 111.7£02 % 14.8+0.4 %
10° 1 10° 1
10* 4 10*
10’ 10°
10° 10° 1
10" 1 12£01%| 10' {67.2%0 6.3%0.2%
_ RS
R e 100 T I —-rrmr ey
10° 10" 102 10° 10* 10® 10° 10° 10" 102 10° 10* 10° 10°
>
Annexin V
(B) 10- v S—
\I:l pmol/L BIRC5 siRNA [l 1 pmol/L non-coding siRNA [l
o 9
= "
[]
8 .
]
£ 71
£
3 64 B
e} zZ
O 54 x
= R
[ c
£ 4] 3 %
— 8 0
g 3 s 5 &
) 2 c o
2 2 g 3 3
© Z € 3
i B
0
3.75 mmol/L PO,*~

Figure 8. Analysis of BIRC5 silencing-mediated apoptosis induction in F98 cells via BIRC5 siRNA-
loaded CaP-NPs (A) on day 2 post-transfection determined by using Annexin V/propidium iodide
staining and (B) Caspase-Glo® 3/7 assay on day 3 post-transfection. The figure shows luminescence
per WST metabolic activity. Data were normalized to the untreated control. Particles were prepared
with 3.75 mmol/L PO,3~ and 40 umol/L 014PEGMA(1:1:2.5)_NHj; according to method 2. Data are
presented as mean & SD (n = 4), * p < 0.05.
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Figure 9. In vitro cytocompatibility of 014PEGMA(1:1:2.5)_NHj3-stabilized siRNA-loaded CaP-NPs
((A): non-concentrated, (B): ultrafiltration-concentrated) immediately after the initial exposure (24 h
value) and after 48 h of recovery in fresh culture medium (72 h value) determined via the WST-8
assay. Data were normalized to the metabolic activity of untreated 1929 cells (100% activity) and are
presented as mean £ SD (n = 4).

This notion was also confirmed by immunohistochemical analysis of cleaved caspase-3
as a pivotal mediator of both intrinsic and extrinsic apoptosis (Figure 11). The negative
control revealed a very low number of apoptotic cells, as indicated by brown nuclei (see
arrows in Figure 11). Notably, identical staining patterns were observed in the treated slices,
with no increase in apoptotic cell numbers. Additionally, counterstaining with hematoxylin
again revealed no alterations in the overall number and distribution of nuclei (Figure 11,
left panel).

In line with this, the quantitation of LDH in the incubation medium from every well
indicated no increase in LDH release upon nanoparticle treatment (data not shown), thus
supporting the absence of acute toxicity.

3.10. Preliminary In Vivo Distribution Study

We performed a first in vivo experiment to study the distribution of CaP-NPs in
healthy rat brain tissue via CED 1 h after administration (Figure S8). Suitable volumes
and infusion rates had been experimentally determined before with a dye test solution
to minimize backflow events (data not shown). For the NP distribution experiment, we
increased the siRNA loading concentration to 10 pmol/L AllStars Negative Control siRNA
AF647. This concentration had been determined to result in a higher fluorescence intensity
in cellular uptake studies (Figure S6) compared to the use of 1 umol/L. In histological brain
sections, we determined fluorescence spots close to the injection site but no homogenous
distribution in the brain tissue. We hypothesized that these spots may indicate cellular
uptake of CaP-NPs (Figure S8) as they resemble the cell staining observed in Figure S6
during the in vitro cellular uptake study. In contrast, when free siRNA was applied in the
absence of CaP-NPs, we found a homogeneous staining in the brain sections. Due to these
results, we hypothesized that the missing tissue staining by CaP-NP-bound siRNA can
be explained by a quenching effect that revealed the siRNA only after release from the
CaP-NPs in late endosomes or after endosomal escape.
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Figure 10. Histological analysis of tissue slices from neuronal tissue, cultivated in an air-liquid
interface culture. Cresyl violet nuclei staining of sections from tissue samples in the absence (A,B) or
presence of non-concentrated (C,D) or concentrated (E,F) CaP-NPs is shown at two magnifications

(scale bars: (A,C,E) = 200 um; (B,D,F) = 100 um).
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Figure 11. Immunohistochemical analysis of active caspase-3 as an indicator of apoptotic cell death.
Sections from tissue samples cultivated in the absence (A,B) or presence of non-concentrated (C,D) or
concentrated (E,F) CaP-NPs, with (left) or without hematoxylin counterstain (right). Positive nuclei
(brown) are indicated by the arrows (scale bars: 50 pm).

4. Conclusions

This study shows that the newly developed terpolymer 014PEGMA(1:1:2.5)_NHj is
able to stabilize CaP-NPs with a size of less than 100 nm and an almost neutral zeta poten-
tial. A simple method for the preparation of siRNA-loaded CaP-NPs for the immediate
application of siRNA-carrying CaP-NPs was established. Stabilized by the terpolymer,
siRNA-loaded CaP-NPs were able to efficiently silence survivin in F98 rat brain cancer
cells. With low PO,4>~ concentrations, resulting in low precipitation and low numbers of
CaP-NPs, we observed competition between negatively charged siRNA and the terpolymer
for the CaP-NP surface and, consequently, loss of silencing efficiency. The investigation of
the cytotoxicity showed only minor and transient effects on L929 cells. No adverse effects
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were observed in ex vivo organotypic brain slice cultures. However, additional in vitro
as well as in vivo studies need to be performed to elucidate the effects of CaP-NPs on
neuronal cells, too.

Supplementary Materials: The following are available online at https://www.mdpi.com/article/
10.3390/pharmaceutics14020326/s1, Figure S1: IH-NMR of 014PEGMA (1:1:2.5) in CDCl; with
0.03%TMS. Figure S2: Gel permeation chromatography chromatograms of 014PEGMA(1:1:2.5) to
determine size distribution. Figure S3: Influence of oligomer concentration on size distribution and
aggregation tendency of CaP particles determined by advanced Laser diffraction analysis. Figure S4:
NTA screenshots of prepared CaP-particles. Figure S5: Effect of serum proteins and cell culture
medium on stability of 014PEGMA(1:1:2.5)_NH3-stabilized CaP-NP after 5 h. Figure S6: Uptake of
014PEGMA (1:1:2.5)_NH3s-stabilized CaP-NP in F98 cells. Figure S7: In vitro biocompatibility testing
of CaP-NP in 1929 cells: Live/Dead staining. Figure S8: In vivo biodistribution of CaP-NP loaded
with 10 umol/L AllStars Negative Control siRNA AF647.

Author Contributions: Conceptualization, M.C.H., M.S.-S., P.B. and W.D.-C.; methodology and
validation, EM., M.S., M.T.,, CW., M.C.H., H.E,, S.D.-S., M.S.-S.,, W.D.-C., A.E. and A.A.; formal
analysis, EM., M.S., M.T. and S.D.-S.; investigation, EM., M.S. (polymer synthesis, fluorescence
labeling and characterization), A.E. (Annexin V/Propodium iodide staining), H.E, A.A. (ex vivo
tissue slice cultures), M.T. and S.D.-S. (setup of CED and in vivo distribution); writing—original
draft preparation, EM. and M.S. (polymer synthesis, fluorescence labeling and characterization),
M.S.-S., M.C.H., H.E, A.A. (ex vivo tissue slice cultures), M.T., W.D.-C. and S.D.-S. (CED and in vivo
distribution); writing—review and editing, M.S.-S.,, M.C.H., C.W,, A.A. and P.B.; visualization, EM.,
M.S. (Polymer synthesis and characterization), H.F. (ex vivo tissue slice cultures), M.T. and S.D.-S.
(CED and in vivo distribution); supervision, M.S.-5., M.C.H., W.D.-C. and P.B.; project administration,
M.S.-S. and P.B.; funding acquisition, M.S.-S., M.C.H., W.D.-C. and P.B. All authors have read and
agreed to the published version of the manuscript.

Funding: This study was funded by the European Regional Development Fund Saxony (EFRE) and
the Sachsische Aufbaubank (SAB; Saxony, Germany) as well as the Deutsche Forschungsgemeinschaft
(DFG, German Research Foundation)-Projektnummer 59307082-TRR67 (subproject Al).

Institutional Review Board Statement: All experimental work on animals was conducted in accor-
dance with the national legislation on the use of animals for research (Tierschutzgesetz (TierSchG),
Tierschutz-Versuchstierverordnung (TierSchVersV)) and was approved by the responsible research
ethics committee (TVV 36/18 Landesdirektion Sachsen, 07/02/2019).

Informed Consent Statement: Not applicable.
Data Availability Statement: Data available on request.

Acknowledgments: We would like to thank Katrin Becker (Rudolf Boehm Institute of Pharmacology
and Toxicology, University of Leipzig, Leipzig, Germany) for expert assistance in the tissue slice
culture and analysis experiments. We thank the Center for Biotechnology and Biomedicine Leipzig
(BBZ) for administrative support. We further acknowledge support from Leipzig University for open
access publishing.

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

1. Yao, Y, Zhou, Y; Liu, L.; Xu, Y.; Chen, Q.; Wang, Y.; Wu, S.; Deng, Y.; Zhang, ].; Shao, A. Nanoparticle-Based Drug Delivery in
Cancer Therapy and Its Role in Overcoming Drug Resistance. Front. Mol. Biosci. 2020, 7, 193. [CrossRef] [PubMed]
2. Mehta, A.M.; Sonabend, A.M.; Bruce, ].N. Convection-Enhanced Delivery. Neurotherapeutics 2017, 14, 358-371. [CrossRef]

[PubMed]

3. Saucier-Sawyer, ] K.; Seo, Y.-E.; Gaudin, A.; Quijano, E.; Song, E.; Sawyer, A.].; Deng, Y.; Huttner, A.; Saltzman, W.M. Distribution
of polymer nanoparticles by convection-enhanced delivery to brain tumors. J. Control. Release 2016, 232, 103-112. [CrossRef]

[PubMed]

4. Hendruschk, S.; Wiedemuth, R.; Aigner, A.; Topfer, K.; Cartellieri, M.; Martin, D.; Kirsch, M.; Ikonomidou, C.; Schackert, G.;
Temme, A. RNA interference targeting survivin exerts antitumoral effects in vitro and in established glioma xenografts in vivo.
Neuro Oncol. 2011, 13, 1074-1089. [CrossRef] [PubMed]


https://www.mdpi.com/article/10.3390/pharmaceutics14020326/s1
https://www.mdpi.com/article/10.3390/pharmaceutics14020326/s1
http://doi.org/10.3389/fmolb.2020.00193
http://www.ncbi.nlm.nih.gov/pubmed/32974385
http://doi.org/10.1007/s13311-017-0520-4
http://www.ncbi.nlm.nih.gov/pubmed/28299724
http://doi.org/10.1016/j.jconrel.2016.04.006
http://www.ncbi.nlm.nih.gov/pubmed/27063424
http://doi.org/10.1093/neuonc/nor098
http://www.ncbi.nlm.nih.gov/pubmed/21788344

Pharmaceutics 2022, 14, 326 25 of 27

10.

11.

12.

13.

14.

15.

16.

17.

18.

19.

20.

21.

22.

23.

24.

25.

26.

27.

28.

29.

30.

31.

32.

Le Rhun, E.; Preusser, M.; Roth, P.; Reardon, D.A.; van den Bent, M.; Wen, P,; Reifenberger, G.; Weller, M. Molecular targeted
therapy of glioblastoma. Cancer Treat. Rev. 2019, 80, 101896. [CrossRef] [PubMed]

Miao, G.-Y,; Lu, Q.-M.; Zhang, X.-L. Downregulation of survivin by RNAi inhibits growth of human gastric carcinoma cells.
World ]. Gastroenterol. 2007, 13, 1170-1174. [CrossRef]

Ohka, F; Natsume, A.; Wakabayashi, T. Current trends in targeted therapies for glioblastoma multiforme. Neurol. Res. Int. 2012,
2012, 878425. [CrossRef]

Montazeri Aliabadi, H.; Landry, B.; Mahdipoor, P.; Uludag, H. Induction of apoptosis by survivin silencing through siRNA
delivery in a human breast cancer cell line. Mol. Pharm. 2011, 8, 1821-1830. [CrossRef] [PubMed]

Carrasco, R.A.; Stamm, N.B.; Marcusson, E.; Sandusky, G.; Iversen, P.; Patel, B.K.R. Antisense inhibition of survivin expression as
a cancer therapeutic. Mol. Cancer 2011, 10, 221-232. [CrossRef]

Zhang, L.; Liang, H.; Cao, W.; Xu, R.; Ju, X.L. Downregulation of survivin by siRNA inhibits invasion and promotes apoptosis in
neuroblastoma SH-SY5Y cells. Braz. J. Med. Biol. Res. 2014, 47, 548-553. [CrossRef] [PubMed]

Haupenthal, J.; Baehr, C.; Kiermayer, S.; Zeuzem, S.; Piiper, A. Inhibition of RNAse A family enzymes prevents degradation and
loss of silencing activity of siRNAs in serum. Biochem. Pharmacol. 2006, 71, 702-710. [CrossRef] [PubMed]

Tatiparti, K.; Sau, S.; Kashaw, S.K,; Iyer, A K. siRNA Delivery Strategies: A Comprehensive Review of Recent Developments.
Nanomaterials 2017, 7, 77. [CrossRef] [PubMed]

Wang, |.; Lu, Z.; Wientjes, M.G.; Au, ].L.-S. Delivery of siRNA therapeutics: Barriers and carriers. AAPS ]. 2010, 12, 492-503.
[CrossRef] [PubMed]

Dorozhkin, S.V.; Epple, M. Biological and Medical Significance of Calcium Phosphates. Angew. Chem. Int. Ed. 2002, 41, 3130-3146.
[CrossRef]

Graham, FL.; van der Eb, A.J. A new technique for the assay of infectivity of human adenovirus 5 DNA. Virology 1973, 52, 456-467.
[CrossRef]

C Joshi, J.; Bhardwaj, A.; Roy, I.; Gulati, K.; Ray, A. Experimental Studies on the Systemic Toxicity and Biodistribution of
Synthesized Calcium Phosphate Nanoparticles after Oral Administration in Rats. Pharm. Nanotechnol. 2016, 4, 202-212. [CrossRef]
Neuhaus, B.; Tosun, B.; Rotan, O.; Frede, A.; Westendorf, A.M.; Epple, M. Nanoparticles as transfection agents: A comprehensive
study with ten different cell lines. RSC Adv. 2016, 6, 18102-18112. [CrossRef]

Jiang, S.; Jin, W.; Wang, Y.-N.; Pan, H.; Sun, Z.; Tang, R. Effect of the aggregation state of amorphous calcium phosphate on
hydroxyapatite nucleation kinetics. RSC Adv. 2017, 7, 25497-25503. [CrossRef]

Jordan, M.; Schallhorn, A.; Wurm, EM. Transfecting mammalian cells: Optimization of critical parameters affecting calcium-
phosphate precipitate formation. Nucleic Acids Res. 1996, 24, 596-601. [CrossRef]

Bisso, S.; Mura, S.; Castagner, B.; Couvreur, P; Leroux, ].-C. Dual delivery of nucleic acids and PEGylated-bisphosphonates via
calcium phosphate nanoparticles. Eur. J. Pharm. Biopharm. 2019, 142, 142-152. [CrossRef]

Giger, E.V.; Castagner, B.; Raikkonen, J.; Monkkonen, J.; Leroux, J.-C. siRNA transfection with calcium phosphate nanoparticles
stabilized with PEGylated chelators. Adv. Healthc. Mater. 2013, 2, 134-144. [CrossRef] [PubMed]

Huang, X.; Andina, D.; Ge, J.; Labarre, A.; Leroux, J.-C.; Castagner, B. Characterization of Calcium Phosphate Nanoparticles
Based on a PEGylated Chelator for Gene Delivery. ACS Appl. Mater. Interfaces 2017, 9, 10435-10445. [CrossRef] [PubMed]
Kakizawa, Y.; Furukawa, S.; Kataoka, K. Block copolymer-coated calcium phosphate nanoparticles sensing intracellular environ-
ment for oligodeoxynucleotide and siRNA delivery. J. Control. Release 2004, 97, 345-356. [CrossRef] [PubMed]

Kakizawa, Y.; Furukawa, S.; Ishii, A.; Kataoka, K. Organic-inorganic hybrid-nanocarrier of siRNA constructing through the
self-assembly of calcium phosphate and PEG-based block aniomer. J. Control. Release 2006, 111, 368-370. [CrossRef] [PubMed]
Wang, K.-W.; Zhou, L.-Z,; Sun, Y.; Wu, G.-J.; Gu, H.-C;; Duan, Y.-R;; Chen, E; Zhu, Y.-J. Calcium phosphate/PLGA-mPEG hybrid porous
nanospheres: A promising vector with ultrahigh gene loading and transfection efficiency. J. Mater. Chem. 2010, 20, 1161-1166. [CrossRef]
Zhou, Q.; Wang, Y.; Xiang, J.; Piao, Y.; Zhou, Z.; Tang, J.; Liu, X.; Shen, Y. Stabilized calcium phosphate hybrid nanocomposite
using a benzoxaborole-containing polymer for pH-responsive siRNA delivery. Biomater. Sci. 2018, 6, 3178-3188. [CrossRef]

Li, J.; Yang, Y.; Huang, L. Calcium phosphate nanoparticles with an asymmetric lipid bilayer coating for siRNA delivery to the
tumor. J. Control. Release 2012, 158, 108-114. [CrossRef]

Yang, Y.; Li, J.; Liu, E; Huang, L. Systemic delivery of siRNA via LCP nanoparticle efficiently inhibits lung metastasis. Mol. Ther.
2012, 20, 609-615. [CrossRef]

Zhang, Y.; Peng, L.; Mumper, R.J.; Huang, L. Combinational delivery of c-myc siRNA and nucleoside analogs in a single, synthetic
nanocarrier for targeted cancer therapy. Biomaterials 2013, 34, 8459-8468. [CrossRef]

Zhou, C.; Yu, B,; Yang, X.; Huo, T.; Lee, L.].; Barth, R.F; Lee, R.J. Lipid-coated nano-calcium-phosphate (LNCP) for gene delivery.
Int. J. Pharm. 2010, 392, 201-208. [CrossRef]

Devarasu, T,; Saad, R.; Ouadi, A.; Frisch, B.; Robinet, E.; Laquerriére, P.; Voegel, ] .-C.; Baumert, T.; Ogier, ].; Meyer, F. Potent calcium
phosphate nanoparticle surface coating for in vitro and in vivo siRNA delivery: A step toward multifunctional nanovectors.
J. Mater. Chem. B 2013, 1, 4692-4700. [CrossRef] [PubMed]

Sokolova, V.; Neumann, S.; Kovtun, A.; Chernousova, S.; Heumann, R.; Epple, M. An outer shell of positively charged
poly(ethyleneimine) strongly increases the transfection efficiency of calcium phosphate/ DNA nanoparticles. J. Mater. Sci. 2010,
45, 4952-4957. [CrossRef]


http://doi.org/10.1016/j.ctrv.2019.101896
http://www.ncbi.nlm.nih.gov/pubmed/31541850
http://doi.org/10.3748/wjg.v13.i8.1170
http://doi.org/10.1155/2012/878425
http://doi.org/10.1021/mp200176v
http://www.ncbi.nlm.nih.gov/pubmed/21838308
http://doi.org/10.1158/1535-7163.MCT-10-0756
http://doi.org/10.1590/1414-431X20143459
http://www.ncbi.nlm.nih.gov/pubmed/24863648
http://doi.org/10.1016/j.bcp.2005.11.015
http://www.ncbi.nlm.nih.gov/pubmed/16376306
http://doi.org/10.3390/nano7040077
http://www.ncbi.nlm.nih.gov/pubmed/28379201
http://doi.org/10.1208/s12248-010-9210-4
http://www.ncbi.nlm.nih.gov/pubmed/20544328
http://doi.org/10.1002/1521-3773(20020902)41:17&lt;3130::AID-ANIE3130&gt;3.0.CO;2-1
http://doi.org/10.1016/0042-6822(73)90341-3
http://doi.org/10.2174/2211738504666160628075959
http://doi.org/10.1039/C5RA25333K
http://doi.org/10.1039/C7RA02208E
http://doi.org/10.1093/nar/24.4.596
http://doi.org/10.1016/j.ejpb.2019.06.013
http://doi.org/10.1002/adhm.201200088
http://www.ncbi.nlm.nih.gov/pubmed/23184402
http://doi.org/10.1021/acsami.6b15925
http://www.ncbi.nlm.nih.gov/pubmed/28266206
http://doi.org/10.1016/j.jconrel.2004.03.031
http://www.ncbi.nlm.nih.gov/pubmed/15196761
http://doi.org/10.1016/j.jconrel.2006.01.004
http://www.ncbi.nlm.nih.gov/pubmed/16504335
http://doi.org/10.1039/B917441A
http://doi.org/10.1039/C8BM00575C
http://doi.org/10.1016/j.jconrel.2011.10.020
http://doi.org/10.1038/mt.2011.270
http://doi.org/10.1016/j.biomaterials.2013.07.050
http://doi.org/10.1016/j.ijpharm.2010.03.012
http://doi.org/10.1039/c3tb20557f
http://www.ncbi.nlm.nih.gov/pubmed/32261213
http://doi.org/10.1007/s10853-009-4159-3

Pharmaceutics 2022, 14, 326 26 of 27

33.

34.

35.

36.

37.

38.

39.

40.

41.

42.

43.

44.

45.

46.

47.

48.

49.

50.

51.

52.

53.

54.

55.

56.

Xu, X.-L.; Yang, H.-Y; Ou, B,; Lin, S.-D.; Wu, H.; He, W,; Jiang, Q.-C.; Luo, B.-M.; Li, G.-P. Hydroxyapatite nanoparticles modified
by branched polyethylenimine are effective non-viral vectors for siRNA transfection of hepatoma cells in vitro. Int. J. Oncol. 2015,
46, 2138-2142. [CrossRef] [PubMed]

Cunniffe, G.M.; O’Brien, FJ.; Partap, S.; Levingstone, T.J.; Stanton, K.T.; Dickson, G.R. The synthesis and characterization of
nanophase hydroxyapatite using a novel dispersant-aided precipitation method. J. Biomed. Mater. Res. A 2010, 95, 1142-1149.
[CrossRef] [PubMed]

Montalbano, G.; Molino, G.; Fiorilli, S.; Vitale-Brovarone, C. Synthesis and incorporation of rod-like nano-hydroxyapatite into
type I collagen matrix: A hybrid formulation for 3D printing of bone scaffolds. J. Eur. Ceram. Soc. 2020, 40, 3689-3697. [CrossRef]
Mencia Castano, I.; Curtin, C.M.; Duffy, G.P.; O’Brien, EJ. Next generation bone tissue engineering: Non-viral miR-133a inhibition
using collagen-nanohydroxyapatite scaffolds rapidly enhances osteogenesis. Sci. Rep. 2016, 6, 27941. [CrossRef] [PubMed]
Gillich, T.; Acikgoz, C.; Isa, L.; Schliiter, A.D.; Spencer, N.D.; Textor, M. PEG-stabilized core-shell nanoparticles: Impact of linear
versus dendritic polymer shell architecture on colloidal properties and the reversibility of temperature-induced aggregation. ACS
Nano 2013, 7, 316-329. [CrossRef]

Suk, J.S.; Xu, Q.; Kim, N.; Hanes, J.; Ensign, L.M. PEGylation as a strategy for improving nanoparticle-based drug and gene
delivery. Adv. Drug Deliv. Rev. 2016, 99, 28-51. [CrossRef]

Wang, Y.; Quinsaat, J.E.Q.; Ono, T.; Maeki, M.; Tokeshi, M.; Isono, T; Tajima, K.; Satoh, T.; Sato, S.-I.; Miura, Y.; et al. Enhanced
dispersion stability of gold nanoparticles by the physisorption of cyclic poly(ethylene glycol). Nat. Commun. 2020, 11, 6089.
[CrossRef]

ISO 10993-5:2009(en), Biological Evaluation of Medical Devices—Part 5: Tests for In Vitro Cytotoxicity. Available online: https:
/ /www.iso.org/obp /uiffiso:std:is0:10993:-5:ed-3:v1:en (accessed on 16 December 2021).

Kascholke, C.; Loth, T.; Kohn-Polster, C.; Moller, S.; Bellstedt, P.; Schulz-Siegmund, M.; Schnabelrauch, M.; Hacker, M.C. Dual-Functional
Hydrazide-Reactive and Anhydride-Containing Oligomeric Hydrogel Building Blocks. Biomacromolecules 2017, 18, 683-694. [CrossRef]
Loth, T.; Hennig, R.; Kascholke, C.; Hotzel, R.; Hacker, M.C. Reactive and stimuli-responsive maleic anhydride containing
macromers—multi-functional cross-linkers and building blocks for hydrogel fabrication. React. Funct. Polym. 2013, 73, 1480-1492.
[CrossRef]

Nawaz, H.A.; Schrock, K.; Schmid, M.; Krieghoff, J.; Magsood, I.; Kascholke, C.; Kohn-Polster, C.; Schulz-Siegmund, M.; Hacker,
M.C. Injectable oligomer-cross-linked gelatine hydrogels via anhydride-amine-conjugation. J. Mater. Chem. B 2021, 9, 2295-2307.
[CrossRef] [PubMed]

Wolk, C.; Nawaz, H.A.; Magsood, 1.; Strati, F.; Brezesinski, G.; Hause, G.; Schulz-Siegmund, M.; Hacker, M.C. Amphiphilic
Functionalized Oligomers: A Promising Strategy for the Postfabrication Functionalization of Liposomes. Adv. Mater. Interfaces
2020, 7,2001168. [CrossRef]

US2725367 A—Salts of Terpolymers of Maleic Anhydride, Diisobutylene and Divinylbenzene—Google Patents. Available online:
https:/ / currentprotocols.onlinelibrary.wiley.com/doi/10.1002 /0471140864.ps0404s38 / otherversions (accessed on 13 October 2021).
Bortel, E.; Stysto, M. On the chemical modifications of poly(maleic anhydride-co-isobutene) by means of hydrolysis, ammoniation
or aminations. Makromol. Chem. 1990, 191, 2653-2662. [CrossRef]

Phillips, A.T.; Signs, M.W. Desalting, concentration, and buffer exchange by dialysis and ultrafiltration. Curr. Protoc. Protein Sci.
2005, 38, 4. [CrossRef]

Heine, C.; Franke, H. Organotypic Slice Co-culture Systems to Study Axon Regeneration in the Dopaminergic System Ex Vivo. In
Axon Growth and Regeneration: Methods and Protocols; Murray, A.]., Ed.; Humana Press: New York, NY, USA, 2014; pp. 97-111.
ISBN 978-1-4939-0777-9.

Sidorcenco, V.; Krahnen, L.; Schulz, M.; Remy, J.; Kégel, D.; Temme, A.; Kriigel, U.; Franke, H.; Aigner, A. Glioblastoma Tissue Slice
Tandem-Cultures for Quantitative Evaluation of Inhibitory Effects on Invasion and Growth. Cancers 2020, 12, 2707. [CrossRef]
Zhu, Y.; Liu, F; Zou, X.; Torbey, M. Comparison of unbiased estimation of neuronal number in the rat hippocampus with different
staining methods. |. Neurosci. Methods 2015, 254, 73-79. [CrossRef]

Pittella, F.; Miyata, K.; Maeda, Y.; Suma, T.; Watanabe, S.; Chen, Q.; Christie, R.J.; Osada, K.; Nishiyama, N.; Kataoka, K. Pancreatic
cancer therapy by systemic administration of VEGF siRNA contained in calcium phosphate/charge-conversional polymer hybrid
nanoparticles. J. Control. Release 2012, 161, 868-874. [CrossRef]

Sokolova, V.; Prymak, O.; Meyer-Zaika, W.; Colfen, H.; Rehage, H.; Shukla, A.; Epple, M. Synthesis and characterization of
DNA-functionalized calcium phosphate nanoparticles. Mater. Werkst. 2006, 37, 441-445. [CrossRef]

Tobin, L.A.; Xie, Y.; Tsokos, M.; Chung, S.I.; Merz, A.A.; Arnold, M.A; Li, G.; Malech, H.L.; Kwong, K.F. Pegylated siRNA-loaded
calcium phosphate nanoparticle-driven amplification of cancer cell internalization in vivo. Biomaterials 2013, 34, 2980-2990.
[CrossRef]

Zhang, M.; Ishii, A.; Nishiyama, N.; Matsumoto, S.; Ishii, T.; Yamasaki, Y.; Kataoka, K. PEGylated Calcium Phosphate Nanocom-
posites as Smart Environment-Sensitive Carriers for siRNA Delivery. Adv. Mater. 2009, 21, 3520-3525. [CrossRef]

Tang, J.; Li, L.; Howard, C.B.; Mahler, S.M.; Huang, L.; Xu, Z.P. Preparation of optimized lipid-coated calcium phosphate
nanoparticles for enhanced in vitro gene delivery to breast cancer cells. . Mater. Chem. B 2015, 3, 6805-6812. [CrossRef] [PubMed]
Lee, M.S.; Lee, J.E,; Byun, E.; Kim, N.W,; Lee, K,; Lee, H,; Sim, S.J.; Lee, D.S.; Jeong, J.H. Target-specific delivery of siRNA
by stabilized calcium phosphate nanoparticles using dopa-hyaluronic acid conjugate. J. Control. Release 2014, 192, 122-130.
[CrossRef] [PubMed]


http://doi.org/10.3892/ijo.2015.2918
http://www.ncbi.nlm.nih.gov/pubmed/25760143
http://doi.org/10.1002/jbm.a.32931
http://www.ncbi.nlm.nih.gov/pubmed/20878985
http://doi.org/10.1016/j.jeurceramsoc.2020.02.018
http://doi.org/10.1038/srep27941
http://www.ncbi.nlm.nih.gov/pubmed/27297802
http://doi.org/10.1021/nn304045q
http://doi.org/10.1016/j.addr.2015.09.012
http://doi.org/10.1038/s41467-020-19947-8
https://www.iso.org/obp/ui#iso:std:iso:10993:-5:ed-3:v1:en
https://www.iso.org/obp/ui#iso:std:iso:10993:-5:ed-3:v1:en
http://doi.org/10.1021/acs.biomac.6b01355
http://doi.org/10.1016/j.reactfunctpolym.2013.08.002
http://doi.org/10.1039/D0TB02861D
http://www.ncbi.nlm.nih.gov/pubmed/33616150
http://doi.org/10.1002/admi.202001168
https://currentprotocols.onlinelibrary.wiley.com/doi/10.1002/0471140864.ps0404s38/otherversions
http://doi.org/10.1002/macp.1990.021911114
http://doi.org/10.1002/0471140864.ps0404s38
http://doi.org/10.3390/cancers12092707
http://doi.org/10.1016/j.jneumeth.2015.07.022
http://doi.org/10.1016/j.jconrel.2012.05.005
http://doi.org/10.1002/mawe.200600017
http://doi.org/10.1016/j.biomaterials.2013.01.046
http://doi.org/10.1002/adma.200800448
http://doi.org/10.1039/C5TB00912J
http://www.ncbi.nlm.nih.gov/pubmed/27213045
http://doi.org/10.1016/j.jconrel.2014.06.049
http://www.ncbi.nlm.nih.gov/pubmed/24995950

Pharmaceutics 2022, 14, 326 27 of 27

57.

58.

59.

60.

61.

Pittella, F; Zhang, M.; Lee, Y.; Kim, H.J.; Tockary, T.; Osada, K.; Ishii, T.; Miyata, K.; Nishiyama, N.; Kataoka, K. Enhanced
endosomal escape of siRNA-incorporating hybrid nanoparticles from calcium phosphate and PEG-block charge-conversional
polymer for efficient gene knockdown with negligible cytotoxicity. Biomaterials 2011, 32, 3106-3114. [CrossRef] [PubMed]

Li, J.; Chen, Y.-C.; Tseng, Y.-C.; Mozumdar, S.; Huang, L. Biodegradable calcium phosphate nanoparticle with lipid coating for
systemic siRNA delivery. J. Control. Release 2010, 142, 416-421. [CrossRef] [PubMed]

Brauchle, E.; Thude, S.; Brucker, S.Y.; Schenke-Layland, K. Cell death stages in single apoptotic and necrotic cells monitored by
Raman microspectroscopy. Sci. Rep. 2014, 4, 4698. [CrossRef] [PubMed]

Logue, S.E.; Elgendy, M.; Martin, S.J. Expression, purification and use of recombinant annexin V for the detection of apoptotic
cells. Nat. Protoc. 2009, 4, 1383-1395. [CrossRef]

Stepanek, O.; Brdicka, T.; Angelisova, P.; Horvath, O.; Spicka, J.; Stockbauer, P.; Man, P.; Horejsi, V. Interaction of late apoptotic
and necrotic cells with vitronectin. PLoS ONE 2011, 6, €19243. [CrossRef]


http://doi.org/10.1016/j.biomaterials.2010.12.057
http://www.ncbi.nlm.nih.gov/pubmed/21272932
http://doi.org/10.1016/j.jconrel.2009.11.008
http://www.ncbi.nlm.nih.gov/pubmed/19919845
http://doi.org/10.1038/srep04698
http://www.ncbi.nlm.nih.gov/pubmed/24732136
http://doi.org/10.1038/nprot.2009.143
http://doi.org/10.1371/journal.pone.0019243

	Introduction 
	Materials and Methods 
	Materials 
	Synthesis and Characterization of the Amphiphilic Terpolymer o14PEGMA(1:1:2.5)_NH3 
	Covalent Derivatization of the Oligomer with Fluorescent Dye Cy5 
	Preparation of CaP-NPs 
	Particle Size and Zeta Potential Measurements 
	Determination of the siRNA Binding Capacity 
	Determination of the Oligomer Binding Capacity 
	Cell Culture 
	Cellular Uptake of CaP-NPs 
	BIRC5 siRNA Transfection Experiments 
	Determination of the BIRC5 Gene Expression Levels 
	Determination of the Cell Viability 
	Caspase Assay and Annexin V Staining 

	In Vitro Cytocompatibility Testing 
	Determination of the Metabolic Activity 
	Live/Dead Assay 

	Tissue Slice Cultures 
	Preparation and Treatment 
	Microscopic Analysis 

	In Vivo Distribution of the CaP-NPs by CED 
	CaP-NP Preparation for CED 
	Convection-Enhanced Delivery 
	In Vivo Biodistribution 

	Statistical Analysis 

	Results and Discussion 
	Synthesis and Characterization of the Terpolymer o14PEGMA(1:1:2.5)_NH3 
	Characterization of the CaP-NPs 
	Determination of the siRNA Binding Capacity 
	Determination of the Oligomer Binding Capacity 
	Determination of the Serum Stability 
	Determination of In Vitro Silencing 
	Effects of BIRC5 Silencing on Apoptosis Induction 
	In Vitro Cytocompatibility Testing 
	Absence of Adverse Effects of CaP-NPs in Organotypic Brain Slice Cultures 
	Preliminary In Vivo Distribution Study 

	Conclusions 
	References

