<

pharmaceutics

Article

Co-Delivery of mRNA and pDNA Using Thermally Stabilized
Coacervate-Based Core-Shell Nanosystems

Sarah S. Nasr 1'>3, Sangeun Lee 1’2, Durairaj Thiyagarajan !, Annette Boese !, Brigitta Loretz 1*

and Claus-Michael Lehr 12

check for

updates
Citation: Nasr, S.S.; Lee, S.;
Thiyagarajan, D.; Boese, A.; Loretz, B.;
Lehr, C.-M. Co-Delivery of mRNA
and pDNA Using Thermally
Stabilized Coacervate-Based
Core-Shell Nanosystems.
Pharmaceutics 2021, 13, 1924. https://
doi.org/10.3390/ pharmaceutics13111924

Academic Editor: Satoshi Uchida

Received: 3 September 2021
Accepted: 10 November 2021
Published: 13 November 2021

Publisher’s Note: MDPI stays neutral
with regard to jurisdictional claims in
published maps and institutional affil-

iations.

Copyright: © 2021 by the authors.
Licensee MDPI, Basel, Switzerland.
This article is an open access article
distributed under the terms and
conditions of the Creative Commons
Attribution (CC BY) license (https://
creativecommons.org/licenses /by /
4.0/).

Helmbholtz Institute for Pharmaceutical Research Saarland (HIPS), Helmholtz Centre for Infection
Research (HZI), Saarland University, 66123 Saarbriicken, Germany; Sara.Nasr@helmholtz-hips.de (S.5.N.);
Sangeun.Lee@helmholtz-hips.de (S.L.); Thiyagarajan.Durairaj@helmholtz-hips.de (D.T.);
Annette.Boese@helmholtz-hips.de (A.B.); Claus-Michael. Lehr@helmholtz-hips.de (C.-M.L.)

Department of Pharmacy, Saarland University, 66123 Saarbriicken, Germany

Department of Pharmaceutics, Faculty of Pharmacy, Alexandria University, Alexandria 21521, Egypt

*  Correspondence: Brigitta.Loretz@helmholtz-hips.de; Tel.: +49-681-98806-1030

Abstract: Co-delivery of different species of protein-encoding polynucleotides, e.g., messenger RNA
(mRNA) and plasmid DNA (pDNA), using the same nanocarrier is an interesting topic that remains
scarcely researched in the field of nucleic acid delivery. The current study hence aims to explore the
possibility of the simultaneous delivery of mRNA (mCherry) and pDNA (pAmCyan) using a single
nanocarrier. The latter is based on gelatin type A, a biocompatible, and biodegradable biopolymer of
broad pharmaceutical application. A core-shell nanostructure is designed with a thermally stabilized
gelatin-pDNA coacervate in its center. Thermal stabilization enhances the core’s colloidal stability
and pDNA shielding effect against nucleases as confirmed by nanoparticle tracking analysis and gel
electrophoresis, respectively. The stabilized, pPDNA-loaded core is coated with the cationic peptide
protamine sulfate to enable additional surface-loading with mRNA. The dual-loaded core-shell
system transfects murine dendritic cell line DC2.4 with both fluorescent reporter mRNA and pDNA
simultaneously, showing a transfection efficiency of 61.4 + 21.6% for mRNA and 37.6 £ 19.45% for
PDNA, 48 h post-treatment, whereas established commercial, experimental, and clinical transfection
reagents fail. Hence, the unique co-transfectional capacity and the negligible cytotoxicity of the
reported system may hold prospects for vaccination among other downstream applications.

Keywords: nucleic acid vaccine; complex coacervation; nanocarriers; anisotropic nanogel; physical
cross-linking; dual loading

1. Introduction

Nucleic acid-based therapies are currently moving with vast strides towards increas-
ingly broader clinical application. DNA and various forms of RNA (siRNA, miRNA,
mRNA, and saRNA), as well as antisense oligonucleotides [1,2], have shown promise in
alleviating various genetic disorders previously uncatered for by conventional therapeu-
tics. Investigating nucleic acids (NA) as vaccination tools has been for years one of the
most advanced fields of research for nucleic acid-based therapies. Many ongoing clinical
trials investigate mRNA-based vaccines for rabies, influenza H7N9, influenza H10NS,
cytomegalovirus, human metapneumovirus, parainfluenza virus 3, respiratory syncytial
virus, and Zika, among others [3]. Moreover, several veterinary DNA vaccines have al-
ready been approved [4]. Nevertheless, until recently, no NA-based vaccines have been
approved for human use. This situation has been rapidly changing following the out-
break of SARS-CoV-2 in 2019. In December 2020, the mRNA vaccines of Pfizer/BioNTech
(BNT162b2) [5] and Moderna (mRNA-1273) [6] were the first vaccines to receive approval
for emergency use in humans against SARS-CoV-2.
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Given the physicochemical properties of mRNA and its inherent instability that ren-
ders its intact, intracellular translocation, and successful translation quite challenging, the
life-saving impact of such mRNA-based vaccines was mostly possible via their incorpora-
tion into efficient nanocarriers [7,8]. In the past decades, several nanocarriers have been
developed for the delivery of either mRNA, siRNA, or pDNA. Often, the carrier would
show success in discrete delivery of more than one NA species with minor modifications
from one species to the other [9-12]. Yet very little research has so far been dedicated
to the simultaneous delivery of more than one NA species on the same carrier [13-15].
In 2018, Ball et al. demonstrated the possibility of co-delivering mRNA and siRNA on one
lipidoid nanoparticle (LNP) carrier, highlighting the possibility and value of combining
gene silencing with protein replacement therapeutic approaches [12,13]. In the present
study, we aim to investigate the scarcely explored possibility of the simultaneous delivery
of two classes of nucleic acid, namely mRNA and pDNA, on the same carrier, to profit
from the complementary advantages of both NAs.

Messenger RNA, while being structurally less stable than pDNA, if it can successfully
evade endo-lysosomal digestion and reach the cytosol in an intact form, it can be rapidly
translated in the cytosol without the need for nuclear translocation [13]. As opposed to
pDNA, mRNA offers rapid onset, transient cytosolic protein and peptide expression, as well
as a higher transfection efficiency that is cell cycle independent. Another feature of mRNA
as a vaccination tool is its self-adjuvanting property. RNA has been repeatedly reported
to curb its own translatability via type I interferon or toll-like receptor (TLR) inducible
mechanisms [16-20], thus promoting innate at the expense of adaptive immunity [21,22].
Hence, the use of modified hypoimmunogenic mRNA (e.g., O-methylated cap analogs
and chemically modified bases such as pseudouridine) [17], and 5-methyl-cytidine limits
the self-adjuvanting property of mRNA enhancing and promotes its translation. Yet, this
poses the need for the co-delivery of adjuvants that can discretely improve the immune
response to mRNA-encoded antigens while avoiding deleterious effects to mRNA's trans-
latability [20,23]. The co-delivery of such adjuvants in NA format may be convenient in
such a case, to ensure the co-delivery of both adjuvant and antigen to the same target
cell(s). Nanocarrier systems can enhance intracellular delivery, which will allow in-vivo
antigen-presenting cells targeting [24]. Co-delivery of antigen and adjuvant can help in
vaccine dose sparing and prevent loss of time synchronization between adjuvant and the
vaccine, where adjuvant delivery to non-primed antigen-presenting cells may lead to an
autoimmune reaction [25].

Examples of the importance of such targeted co-delivery can be found in the con-
text of anti-cancer vaccines, where studies have demonstrated that untargeted deliv-
ery of NA-based adjuvants, such as TLR4 and CD40 encoding mRNA, caused an en-
hancement in tumor resistance to tumor-specific cytotoxic T cells and neoangiogenesis,
respectively [26,27]; while the precise ex-vivo electroporation of these exact adjuvants into
immunosuppressed tumor-infiltrating DCs restored their antigen-presenting potential to
promising results [28,29]. In this case, targeted expression of the adjuvant by DCs becomes
instrumental and, so far, cannot be achieved by mRNA sequence manipulation.

Plasmid DNA, on the other hand, while being more challenging to deliver and trans-
late due to the additional requirement of crossing the nuclear membrane [30], has a longer
half-life than mRNA and presents more chances for manipulation and control over its
rate, duration, and expressing cell type [31,32]. pDNA’s promoter manipulation can be
used to alter the kinetics of pPDNA expression [33]; such tuning can prove much harder to
achieve using mRNA as it will require careful optimization of the tRNA frequency of each
codon on the open reading frame [34]. Promotor manipulation can also be used to exclude
PDNA expression to certain cell types [31,32,35]. Several studies have demonstrated the
possibilities of transcriptionally targeting dendritic cells (DCs) using a range of promotors
associated with DC-specific genes encoding for Fascin [31], DC-SIGN, DC-STAMP, and
Langerin [32].
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Co-delivering mRNA and pDNA can benefit from the rapid onset, transient expression
of mRNA, and the adjustable expression of pDNA, creating distinct expression patterns
for one or more transgenes. Such an approach could be of value in achieving sequential
expression of the same therapeutic protein at two different time points analogous to
conventional multi-dosing or as a tool for co-expression of synergistic therapeutic proteins
and/or peptides with varying half-lives or expression target cells. Within a vaccination
context, this could mean a prolonged antigen expression or co-expression of body-own
immunostimulatory protein(s) as an adjuvant to enhance vaccine efficacy.

For simultaneous co-delivery of mRNA and pDNA using just one and the same
nanocarrier, we first prepared gelatin-pDNA coacervates. It is important to set this work
apart from that of Moran et al., who reported a system based on gelatin type B instead of
gelatin type A, and relied on electrostatic interaction between the negatively charged gelatin
B and protamine to encapsulate the nucleic acid species. This system could be formulated
either in the absence or presence of the NA cargo [36]. The NA was in their case a non-
functional model cargo (Torula yeast RNA). On the other hand, in the current study gelatin
type A was selected given its positive charge and therefore its capacity for spontaneous
assembly with DNA, as well as its lack of antigenicity being a denaturation product of
collagen and hence its suitability for multi-dosing [37]. pPDNA on the other hand plays a
double role: (1) a combination of pPDNA with gelatin type A in the optimum ratio leads
to the formation of a gelatin-pDNA coacervate (CoAc) core possessing unique thermal
properties, and (2) pDNA also serves as a biologically active NA cargo. In the second step,
we implemented thermal rather than chemical stabilization of the CoAc to form a stable
gel-based particle (TS-CoAc), which enables the subsequent coating of the gelatin-pDNA
core with protamine sulfate. This structure benefits from protamine’s nuclear translocation
amino acid sequences, thus maximizing pDNA'’s transfection efficiency [38,39]. At the
same time, the resulting positive surface charge allows for surface-loading of mRNA and
facilitates particle-cell interaction [40]. As proof of principle for co-transfection, fluorescent
reporter proteins encoded by mRNA (mCherry) and pDNA (pAmCyan) were used.

2. Materials and Methods
2.1. Materials for Nanocarriers and Controls

Gelatin GELITA® MedellaPro® < 100, porcine gelatin, 228 g Bloom, pharmaceutical-
grade was purchased from GELITA® Deutschland GmbH, Eberbach, Germany. Protamine
sulfate was purchased from Sigma-Aldrich, Darmstadt, Germany. JetMessenger (JetM) and
JetPrime (JetP) were purchased from Polyplus—transfection®, Illkirch, France. Branched
polyethyleneimine (PEI), My,~25,000, was purchased from Sigma-Aldrich Darmstadt,
Germany. Lipofectin was purchased from Invitrogen, Thermo Fisher Scientific, Darmstadt,
Germany. Purified water was obtained from a Milli-Q water purification system (Merck
Millipore, Darmstadt, Germany), and is referred to as MQ water. DLin-MC3-DMA was
purchased from MedChemExpress (Middlesex County, NJ, USA), Cholesterol was pur-
chased from Sigma-Aldrich Darmstadt, Germany, DSPE-PEG 2000 and DPPC were a kind
gift from Lipoid GmbH, Ludwigshafen, Germany.

2.2. Materials for Analytics

Agarose research grade was purchased from Serva®, Heidelberg, Germany. Dis-
odium dihydrate ethylenediamine tetra-acetic acid (EDTA-Nay) was purchased from Roth
GmbH+Co. KG, Karlsruhe, Germany. DNA loading dye (6 ) was purchased from Thermo
Fisher Scientific, Waltham, MA, USA. DNA Ladder 250-10,000 bp was purchased from
PEQLAB Biotech GmbH, Erlangen, Germany. Ethidium bromide 10 mg-mL~! was pur-
chased from Sigma-Aldrich, Darmstadt, Germany. Live/dead fixable stain (568/583)
was purchased from PromoCell GmbH, Heidelberg, Germany. Quant-iT™ PicoGreen™
dsDNA Assay Kit and RiboGreen™ RNA Assay-Kit, DNase I, DNase I buffer, 50 mM
EDTA, RNase A, and Ribolock were purchased from Thermo Fisher Scientific, Darm-
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stadt, Germany. Bovine collagen type I solution, Purecol was purchased from CellSystems,
Troisdorf, Germany.

2.3. Nucleic Acids

Plasmid DNA encoding AmCyan fluorescent protein (pAmCyan1-C1) was purchased
from Clontech Laboratories Inc., Mountain View, CA, USA. The plasmid was propagated in
Subcloning Efficiency™ DH5« E. coli competent cells (Invitrogen, Thermo Fisher Scientific,
Darmstadt, Germany), then isolated and purified using Qiagen EndoFree Plasmid Mega
Kit (Qiagen, Hildesheim, Germany) as per manufacturer’s protocol. CleanCap® mCherry
mRNA was purchased from Tri-Link BioTechnologies LLC, San Diego, CA, USA.

2.4. Cell Culture

Murine dendritic cell line DC2.4 was purchased from Millipore Corporation, California,
USA. Cells were cultured in RMPI-1640 supplemented with 10% FCS, 1 x non-essential
amino acids (NEAA, 100x), 1 x HEPES buffer solution (1M), and 0.0054 x 3-mercaptoethanol
100 %, purchased from Merck, Darmstadt, Germany. RPMI-1640, FCS, NEAA, Trypsin-
EDTA (0.25%), and HEPES were all purchased from Gibco, Thermo Fisher Scientific,
Darmstadt, Germany.

2.5. Particle Core Assembly

Gelatin-pDNA coacervates (CoAc) were prepared using the complex coacervation
technique (Figure 1), where all coacervates were assembled in MQ water. First, the optimum
mixing temperature of gelatin and pDNA was assessed by mixing gelatin type A solution
(10 mg-mL~!) with pAmCyan (100 pg-mL~!) in a ratio of 1:1 v/v under three different
mixing temperatures (23, 37 and 55 °C). For further optimization of the mixing conditions,
the appropriate mass ratio between gelatin and pDNA was investigated. A solution of
pAmCyan in MQ water (100 ug-mL~!) was added to gelatin type A solutions in MQ
water with different concentrations (10 mg-mL~!, 7 mg-mL~!, 5 mg-mL~!, 3 mg-mL~!,
1 mg~mL’l and 0.1 mg~mL’1) at 37 °C (Table 1). The two solutions were then mixed via
vortexing at maximum speed for 1 min. Gelatin-pDNA coacervates (CoAc) were thus
assembled at gelatin to pDNA mass ratios of 100:1, 70:1, 50:1, 30:1, 20:1 and 1:1, respectively
(Table 1). Assessments of the optimum mixing ratio and temperature were performed
using dynamic light scattering measurements of particle size and zeta potential.

2.6. Thermal Particle Core Stabilization

CoAcjz) was selected given its small size, low PDI, and negative zeta potential for
further experiments. Thermal stabilization was performed in four subsequent heating—
cooling cycles per sample. Each cycle started with CoAc incubation at 55 & 0.5 °C for
30 min, followed by rapid cooling to 0 £ 0.5 °C for 5 min. The resulting gelated particle
is referred to as thermally stabilized coacervate (TS-CoAc), while particles that were not
subjected to thermal cycling (unstabilized) are referred to simply as coacervate (CoAc).

2.7. Shell Deposition and mRNA Loading

Protamine sulfate solution (0.3 mg-mL~') was used to coat the preformed CoAcsg
or TS-CoAcjzy, to the final protamine sulfate to gelatin mass ratio of 1:5 w/w (taking into
consideration the two-fold dilution of gelatin’s mass contribution during the coacervation
step). Protamine sulfate solution was mixed with the preformed particle cores under
laminar flow conditions in a microfluidic setting, using a meander chip with two inlets,
one for each component at a total flow rate of (2 mL-min~!). The formed core-shell system
was left to stand for at least 24 h at 4 °C. The core-shell particle was then surface-loaded
with 1 ug mCherry per 170 ug of particles, and mixed by simple pipetting to a final pDNA:
mRNA mass ratio of 5:1 per particle. The particles were further allowed to stand for
15 more minutes before use.



Pharmaceutics 2021, 13, 1924

50f21

Gelatin

+ /&

o loading

MmRNA
Surface- 1]

Spontaneous

Electrostatic )
Assembly e _\'
s g
TPl‘ommine =t
coating
Gelatin-pDNA Gelatin-pDNA M;:;:{;Z;Tr
| Complex Coacervate Anisotropic Nanogel \ :
A CoAc-NP 7S-CoAc-NP
i ‘. 4
N\ Thermal stabilization
] f/\\' { ,..\\‘
,\\\./ @ LK
VY o
5 ‘Random
a- helix Coil
Rand
r :\ pDNA CoAc-NP Gel-NP ac‘;i‘]""
N
mRNA (( Protamine sulphate B -sheets v - helix

Figure 1. The general preparation procedure of CoAc, TS-CoAc, and P-TS-CoAc, and the proposed
mechanism of thermal stabilization of CoAc into TS-CoAc. P-CoAc was prepared by the introduction
of CoAc and protamine sulfate into a microfluidic coating system while skipping the thermal
stabilization step of CoAc.

Table 1. Composition and nomenclature of different formulations.

Gelatin DNA Gelatin to Protamine Sulphate = Protamine Sulphate
Sample Concentration Concentration DNA Ratio Concentration to Gelatin Ratio
[mg-mL—1] [ug-mL-1] [wlw] [mg-mL—1] [w/w]

COAClOO 10 100 100:1 - -
CoAcyg 7 100 70:1 - -
CoAcsyg 5 100 50:1 - -
CoAczy ! 3 100 30:1 - -
CoAcyg 2 100 20:1 - -
CoAq; 0.1 100 1:1 - -
TS-CoAc 2 3 100 30:1 - -

P-CoAc? 3 100 30:1 03 1:5
P-TS-CoAc %3 3 100 30:1 0.3 1:5

1 CoAcsy was selected for further experiments and is referred to as CoAc without a subsequent numerical value in the lower part of the
table and throughout the text; 2 TS-CoAc is CoAcsg subjected to four heating—cooling cycles; * “P-” indicates protamine sulfate coating.

2.8. Dynamic Light Scattering (DLS)

Samples were characterized for particle size, PDI, and zeta potential using Zetasizer
Nano-ZS (Malvern Instruments, Worcestershire, U.K.), utilizing 4 mW He—Ne laser at a
wavelength of 633 nm and a backscattering angle of 173° at 25 °C. Samples were measured
in concentrations of (1550 pg-mL~!) of non-coated particles and (925 pug-mL~1) of coated
particles. Particle size is given as intensity-based z-average. Moreover, the colloidal stability
of P- CoAc and P- TS-CoAcs was studied for three weeks at 4 °C storage temperature,
where dynamic light scattering was used to assess changes in particle size or PDI over time.
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2.9. Nanoparticle Tracking Analysis (NTA)

NTA (NanoSight LM10, Malvern Instruments, Worcestershire, UK) was used to assess
the effect of thermal stabilization on the colloidal stability of the gelatin-pDNA core in
a cell culture medium; this is where both non-stabilized CoAc and thermally stabilized
TS-CoAc were incubated in RPMI-1640, in a ratio of (1:10 v/v) at 37 °C for 4 h. For each
sample, particle count (particle-mL~!) was recorded at zero time and after 4 h of incubation
in RPMI-1640. Data was collected from three videos, 30 s each, where the camera level was
manually set to 14 during all captures. NanoSight 3.3 software was used to process the
videos at a detection threshold of 5.

The number of nanoparticles-mL~! was also determined in MQ water using the same
settings. The information was used along with the previous knowledge of the number
of either pDNA or mRNA molecules per 1 mL of particle suspension to determine the
numbers of pPDNA and mRNA molecules per nanocarrier, based on the method previously
described by Zagato et al. [41].

2.10. Circular Dichroism (CD)

Gelatin solution (3 mg-mL~!) was prepared by dissolving gelatin in MQ water at
55 °C. From the gelatin stock, CoAc was prepared as previously described. A portion
of the resultant CoAc was then thermally cycled to prepare TS-CoAc, as previously de-
scribed. CD spectra of all samples were recorded at 37 °C on a Jasco 810 spectropolarimeter
(Jasco, Tokyo, Japan) in a 0.1-cm path-length quartz cell. Samples were scanned in and
blanked to MQ water. Each sample was scanned 15 rounds per measurement, and even-
tually, the spectra for each were obtained after subtracting the contribution of the MQ
water blank.

2.11. Transmission Electron Microscopy (TEM)

Unstained CoAc and TS-CoAc particles, with or without protamine sulfate coating,
were visualized using TEM (JEM 2011, JEOL, St Andrews, UK). Either non-coated particles
(775 pg-mL’l) or coated particles (925 ug-mL’l) were used, where 10 puL samples were
mounted on a copper grid (5160-4, Plano GmbH, Wetzlar, Germany), and allowed to dry
overnight before visualization. The TEM measurement was performed at an accelerating
voltage of 200 kV.

2.12. Agarose Gel Electrophoresis

Investigating the effect of thermal stabilization on pDNA protection was performed
by Dnase I challenge, comparing P-CoAc without and with thermal stabilization. In the
same assay, the protection of the surface-bound mRNA against RnaseA was also monitored.
mRNA-loaded P-TS-CoAc or P-CoAc (NA load of 1.5 ug mRNA and 7.5 ug pDNA) were
incubated with 0.008 U-mL~! Dnase I and 0.027 pg-mL~! Rnase A (both Sigma-Aldrich,
Darmstadt, Germany) in Dnase I working buffer at 37 °C for 30 and 60 min. Particle samples
were compared to samples of equivalent masses of naked mRNA and pDNA subjected to
the same treatments. Following the pre-stated incubation periods, 20 uL samples or controls
were drawn from the reaction mixture and the reaction was quenched using 3 pL 50 mM
EDTA and 1 pL Ribolock (both Sigma-Aldrich, Darmstadt, Germany), then the nucleic acids
were released from the particles via digestion with Trypsin (30 uL, 1.17 mg-mL ) for 30 min
at 37 °C, followed by addition of high molecular weight Heparin (10 uL, 300 mg-mL~1!).
Samples were loaded onto 1.3% w/v agarose gel (Serva, Heidelberg, Germany) containing
ethidium bromide (0.3 pg-mL~!) (Sigma-Aldrich, Darmstadt, Germany), in TBE buffer
(1x) and run for 90 min at 90 mV. The gel was visualized under UV-light (Fusion FX7
imaging system, Peglab, Erlangen, Germany).

As further confirmation of the difference in pDNA shielding effects between thermally
stabilized and unstabilized cores in a more physiologically relevant medium, sample
volumes from uncoated CoAc and TS-CoAc equivalent to 3 ug pDNA were incubated with
10% FCS in HBSS for 3 h at 37 °C. The activity of serum nucleases was then quenched
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using EDTA (150 pL, 50 mM). pDNA was then released from the sample using subsequent
treatment with Trypsin (30 uL, 1.17 mg~mL’l) for 150 min at 37 °C, then in a high molecular
weight Heparin solution (30 pL, 30 mg-mL~!). Samples were loaded onto a 0.7% w /v
agarose gel and run for 60 min at 60 mV. Data were normalized to intact supercoiled pDNA
as a control.

2.13. PicoGreen and RiboGreen Assays

To assess the entrapment efficiency of pPDNA and mRNA, CoAczy or TS-CoAcsz
were ultracentrifuged at 58,000x g, 4 °C for 2 h. The supernatant was then analyzed
for pAmCyanl content using PicoGreen assay or for mCherry using RiboGreen assay;,
according to the manufacturer’s protocols. Data were normalized to free pAmCyan or
mCherry subjected to the same treatment as the samples.

2.14. In-Vitro Biological Assessment of the Nanocarrier

Both transfection efficiency and cytotoxicity of the system were assessed in murine
dendritic cell line DC2.4. Transfection efficiency of pAmCyan and mCherry was assessed
in DC2.4 murine dendritic cell line, passages 6 to 8. Briefly, cells were seeded at a density
of 50,000 cells per well in 24 well plates, in RPMI-1640 containing FCS (10% v/v), HEPES
(1%), NEAA (1%), 3-mercaptoethanol (0.0054%). Cells were grown for 48 h reaching
confluency of approximately 80% before being treated with either samples or controls.
Samples were either P-CoAc or P-TS-CoAc, both using a concentration of 170 pg particles
per well, equivalent to NA concentrations of 1 pg mCherry and 5 ug pAmCyan per well.
As negative controls, untreated cells and cells treated with either naked mRNA or pDNA
were used. Cells treated with commercial transfection reagents were used as positive
controls. For single transfection, JetMessenger was used for mRNA, whereas JetPrime was
used for pDNA. As an additional positive control, a solid lipid nanoparticle (SLN) inspired
by the current clinical standard of mRNA /siRNA delivery was prepared. Briefly, an aqueous
solution of mRNA and pDNA in a mass ratio of 1:5 (pH = 4) was mixed with an ethanolic
solution of the following lipids, DLin-MC3-DMA, DPPC, Cholesterol, and DSPE-PEG2000,
in a molar ratio of 50:10:38.5:1.5 and at a final N /P ratio of 0.5 [42]. Both JetPrime and
JetMessenger along with Lipofectin, polyethyleneimine, and solid lipid nanoparticles were
used as controls using a combination of both pDNA and mRNA to assess their dual-
transfection efficiency. JetPrime, JetMenssenger, and Lipofectin are commercial transfection
reagents. JetMessenger is optimized for mRNA, and JetPrime is recommended for pDNA.
Lipofectin can be used for both species. These commercial reagents were used per the man-
ufacturer’s protocols. High My branched PEl is a golden standard among the polymers in
terms of transfection efficacy, despite its cytotoxicity. Thus, PEI-NPs were prepared and
included as a polymeric reference sample, using PEl: pPDNA: mRNA mass ratio equivalent
to the protamine sulfate: pPDNA: mRNA mass ratio of 30:5:1 originally present in TS-CoAc.
As an internal control, the same protamine sulfate concentration that was used for CoAc
or TS-CoAc coating was used to formulate a protamine sulfate coacervate with pDNA,
to which mRNA was added immediately before cell treatment, in the same pDNA: mRNA
mass ratio used for either TS-CoAc or CoAc. Samples were incubated with cells for 6 h
under shaking at 250 RPM, then removed and replaced with fresh medium and further
incubated for 48 h. Cell harvesting was performed following washing twice with HBSS,
where cells were detached using Trypsin-EDTA (100 pL), followed by the addition of
2% FCS in HBSS (900 uL). Samples were centrifuged at 4 °C and 300 g for 5 min, the pellet
was rewashed in 1 mL HBSS then re-suspended and fixed in paraformaldehyde (4% w/v).
Transfection efficiency was analyzed using flow cytometry (BD LSRFortessa™ Cell Ana-
lyzer Biosciences, Heidelberg, Germany), using the PE-Texas red channel for mCherry and
AmCyan channel for pAmCyan. Flowjo version 10.6.1 was used for data processing.

Cytotoxicity of P-TS-CoAc was assessed in DC2.4, passages 10 to 12. Cells were
seeded as previously described and then treated with P-TS-CoAc in a concentration of
(340 pg'mL~!, 170 ug-mL~!, or 85 pug-mL~'). Cells were incubated with the samples
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for 6 h under shaking at 250 RPM, following which the samples were removed, and the
cells detached as previously described. As a positive control, cells killed by heating at
70 °C post detachment were used. Following the last washing step and before fixation
with paraformaldehyde (4% w/v), cells were stained with live dead fixable stain 568 /583
(PromoCell GmbH, Heidelberg, Germany) according to the manufacturer’s protocol. The
used kit stains only dead cells using cell membrane-impermeable amine-reactive peptides
that can be detected on the PE-emission filter. The percentage of dead cells in the different
samples was then measured by flow cytometry using the PE-A channel. Cell viability was
calculated according to Equation (1).

total cell number — PE positive cell number

Cell viability (%) = ( > x 100 (1)

total cell number

2.15. Confocal Laser Scanning Microscopy (CLSM)

DC2.4 cells were seeded in 8 well glass bottom p-slide (Ibidi, Gréfelfing, Germany),
precoated with 1 mg/mL bovine collagen type I solution, Purecol (CellSystems, Troisdorf,
Germany), at a density of 25,000 cells/well. The transfection procedure was performed as
previously described. Immediately before visualization, the cells were washed twice using
HBSS and fixed for 5 min with 4% (v/v) paraformaldehyde (PFA; Electron Microscopy
Sciences) in HBSS for 5 min at r.t. After rinsing with HBSS, cells were mounted and stored
at 4 °C until CLSM analysis (Leica TCS SP8, Leica Microsystems, Mannheim, Germany).
Image acquisition was conducted on a Leica TCS SP8 confocal imaging microscope with
a 25x water immersion objective (Fluotar VISIR 25x /0.95) at 1024 x 1024 resolution.
For AmCyan, fluorescence was detected between 495-550 nm (excited at 405 nm; 24% laser
intensity), for mCherry, fluorescence was detected between 683-784 nm (excited at 561 nm;
10% laser intensity), both using a HyD detector. Images were then processed with the Leica
Application Suite (LAS) X software.

2.16. Statistical Analysis

Data were analyzed using Graph Pad Prism 8 for Windows (Version 8.01, GraphPad
Software Inc., San Diego, CA, USA) and generally presented as the mean of individ-
ual values (generally 3-9 samples), with standard deviation indicated by the error bars.
(N) refers to the number of experiments, (n) refers to the number of samples per experiment.
A one-way ANOVA was performed for all test samples, followed by Tukey’s post hoc test
for assessment of inter-group individual differences. Data were considered statistically
significant at a level of significance of p < 0.05 (* p < 0.05, ** p < 0.01, *** p < 0.001 and
% p < 0.0001).

3. Results and Discussion
3.1. Particle Preparation

Either non-stabilized coacervates (CoAc) or thermally stabilized coacervates (TS-CoAc)
were prepared according to the scheme illustrated in (Figure 1), with the sample compo-
sitions indicated in (Table 1). Thermal stabilization was performed as four subsequent
heating—cooling cycles (55 & 0.5 °C for 30 min followed by 0 £ 0.5 °C for 5 min per cycle).
Subsequent protamine sulfate coating was performed via a microfluidic assembly to give
protamine sulfate coated TS-CoAc (P-TS-CoAc).

3.1.1. Core Assembly

We combined pAmCyan (pDNA) and gelatin via electrostatic interaction in Milli-Q pu-
rified water to form a coacervate-based core. We varied the gelatin to a pDNA (pAmCyan)
ratio first (Figure 2) and five gelatin to pPDNA mass ratios were investigated (100:1, 70:1,
50:1, 30:1, 20:1 and 1:1 w/w). It was observed that a gelatin to pDNA mass ratio of 30:1
(CoAcjzg) or 70:1 (CoAcyp) led to the formation of coacervates possessing significantly
smaller diameters (170 nm and 151 nm, respectively) and smaller polydispersity indices
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(PDI) (0.17 and 0.21, respectively) compared to higher or lower ratios, which possessed
particle diameters and PDIs of at least 257 nm and 0.32 in case of CoAcygg (Figure 2¢,d).
The intermediate-mass ratio of 50:1 (CoAcsg) showed the largest particle diameter of 1772
and a PDI of 0.52 (Figure 2c,d). CoAczp and CoAcy showed slightly negative (—5.5 mV)
and positive (1.8 mV) zeta potentials, respectively, while CoAcsg showed a zeta potential
of almost zero (Figure 2b).
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Figure 2. Assessment of the impact of gelatin: pAmCyan mass ratios (of 100, 70, 50, 30, 20, and 1) and coacervate assembly
temperature (at 23, 37, and 55 °C) on resulting CoAc using dynamic light scattering. (a) The particle size distribution
of gelatin A before and after coacervation with pAmCyan in MQ water. (b) Zeta potential (mV) of CoAcs (N =2, n =2).
(c) Particle size (nm) of CoAcs assembled at 37 °C and of CoAcjgg assembled at 23, 37 and 55 °C (N = 3, n = 3) (d) Polydispersity
index (PDI) of CoAcs assembled at 37 °C and PDI of CoAcygy assembled at 23, 37 and 55 °C (N = 3, n = 3) with statistical
significance indicating that present between CoAc 75 and CoAc 39 and other CoAcs. **** p < 0.0001; ns = not significant.

Under the coacervation conditions (MQ water, pH = 6.2, 37 °C) used for gelatin type
A (Bloom number 228) and pDNA (4.7 kbp), the gelatin to pDNA mass ratios of 30:1,
50:1, and 70:1 provided the three coacervates with the smallest zeta potentials. Above 70:1
and below 30:1, a surplus of the positively charged gelatin or negatively charged pDNA
existed in the coacervates. The repulsive forces between molecules of the similarly charged
predominant polyion reduced the packing density of coacervate and its storage modulus,
observed as an increase in particle size and PDI, in accordance with what was previously
described by Arfin et al. [43]. A slightly overcharged coacervate, as in the case of CoAczg
and CoAcy, despite not having the highest packing density, or storage modulus is more
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kinetically stable than the high-density coacervates formed at the point of absolute charge
neutralization (CoAcsp), which are more liable to aggregation over time due to their surface
neutrality [44]. This explains why CoAcsy and CoAc 7y showed acceptable particle sizes
and PDIs as opposed to CoAcsy. It is worth mentioning that upon changing the plasmid
size between 2.6 to 7.2 Kbp, such CoAc could still be assembled at an acceptable size and
PDI at a mass ratio of 30:1 gelatin to pDNA (Figure S1).

Next, we optimized the core assembly temperature, where CoAcjgp showed a smaller
diameter of 190 nm and PDI of 0.26 when assembled at 37 °C compared to coacervates
assembled at 55 °C or 23 °C showing diameters of 541 nm and 246 nm, and PDI of 0.611
and 0.35, respectively (Figure 2¢,d). We found that using a gelatin to pDNA mass ratio
of 30:1 and mixing temperature of 37 °C resulted in the smallest particle size and PDI,
with a negative zeta potential. Hence, CoAczy assembled at 37 °C was adopted for all
subsequent experiments.

Our data suggest that the temperature of the solution during the initial interaction
between pDNA and gelatin crucially affects core size and PDI [45]. Gelatin and pDNA both
possess a helical conformation in aqueous media below 40 °C, with persistence lengths
of 10 nm and 50 nm, respectively [46,47]. During the complexation of two polyions, the
higher the chain flexibility of the two polyions, the better the interaction. The flexibility
of a chain is an inverse function of its persistence length [47]. The persistence length of
DNA was reported to be temperature-dependent, with a reduction in persistence length as
the temperature increases [48]. Therefore, we assume that at 37 °C, pDNA has a smaller
persistence length than it does at 23 °C, thus the proximity between the persistence lengths
of gelatin and pDNA chains was higher at 37 °C than that at 23 °C, resulting in a better
gelatin-pDNA interaction at 37 °C. The particles assembled at 37 °C had a smaller size
and PDI compared to those formed at 23 °C. A mixing temperature of 55 °C produced
CoAcygp with a significantly higher PDI and much larger particle size than the two other
mixing temperatures. When the mixture was warmed to 55 °C, above the helix-coil
transition temperature of gelatin [49], gelatin lost its helical structure, displaying a random
coil conformation. We speculate that the loss of helical conformation compromised the
structural synonymity of gelatin and pDNA, and despite pPDNA possessing an even smaller
persistence length and higher chain flexibility at this temperature, the coacervates formed
between the pDNA’s helix and gelatin’s random coil were not as compact as the coacervates
formed between pDNA’s and gelatin’s helices at 37 °C. Thus, the significance of maintaining
the a-helical structure of gelatin type A by keeping the temperature of the mixture below
the helix-coil transition threshold is critical for a successful initial interaction. This feature
may also positively contribute to the stability of the system under physiological conditions.

3.1.2. Core Stabilization

Thermal treatment of CoAcs) via four subsequent heating—cooling cycles to form
TS-CoAc led to a significant enhancement in the system'’s colloidal stability. P-CoAc
showed a progressive increase in particle diameter and PDI in MQ water starting as early
as 3 days post coating, compared to the P-TS-CoAc, which resisted any core disruption
by the protamine sulfate coat displaying no significant changes in particle diameter or
PDI for 3 weeks (Figure 3a,b). The measured lower stability of CoAc-NPs when getting
in contact with a competing polycation, such as protamine, could be expected in a core
that solely relies on electrostatic interactions. Without further stabilization, protamine
can easily displace gelatin from the core, which would typically result in an increase in
particle size and PDI due to the release of heterogenous gelatin components from the entire
nano-system, and hence the observed particle disruption in the case of P-CoAc and the
lack of it in the case of P-TS-CoAc.
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Figure 3. Assessment of the impact of thermal stabilization on particle stability after protamine

sulfate coating with gelatin to protamine sulfate ratio of 5:1 (w/w). (a) Particle size (hydrodynamic
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diameter, nm) and (b) PDI of CoAc and TS-CoAc before and immediately after protamine sulfate
coating, after 3 days and 3 weeks of storage, assessed using dynamic light scattering (DLS) (N = 3,
n = 3). (c) Zeta potential of CoAc and TS-CoAc before and after protamine sulfate coating (N = 3,
n = 3). (d) Colloidal stability of CoAc and TS-CoAc assessed using nanoparticle tracking analysis
(NTA) as a function of particles mL~1! remaining after 4 h incubation in RPMI-1640 at 37 °C (N =1,
n = 3). (e) Densitometric analysis and (f) Gel migration assay following agarose gel electrophoresis
of mCherry and pAmCyan either naked, loaded on P-TS-CoAc or P-CoAc, following either a
30 or 60 min incubation with DNase I/RNase A cocktail, the 60 min incubation point was used to
generate figure (e). (g) Circular dichroism scans of gelatin, CoAc, and TS-CoAc in MQ water at 37 °C.
**p <0.01, ** p <0.001, ns = not significant.

The successful deposition of protamine sulphate on the surface of TS-CoAc was
accompanied by a reversal in zeta-potential from —3.9 mV in the case of TS-CoAc to 8.2 mV
in the case of P-TS-CoAc (Figure 3c). The enhanced colloidal stability of TS-CoAc compared
to CoAc was further confirmed as a function of particle count (particle mL~!) using
NTA (Figure 3d and Figure S2). Following a 4h incubation of TS-CoAc in RPMI-1640,
the particle count dropped from 2.9 x 10!! particles mL~! to 1.1 x 10! particles mL~!,
on the other hand, CoAc decreased by one order of magnitude in particle count from
4.76 x 10! particles mL~! to 3.93 x 10'° particles mL~!.

Gel migration assay following DNase I/RNase A digestion of both P-TS-CoAc and
P-CoAc coacervates demonstrated a superior protective effect of the thermally stabilized
system (P-TS-CoAc) as opposed to the non-stabilized system (P-CoAC) with regards to
the core loaded pDNA Figure 3e,f. Meanwhile, no detectable difference was observed
between both the stabilized and unstabilized systems with regards to the surface-loaded
mRNA’s shielding. Yet both nanocarriers showed superior protection of both the NA
cargos compared to the naked NA control. This experiment could also provide insight into
the release inducing mechanisms for the two NA cargos from the proposed system. As a
combination of proteolytic activity and polyanion exchange is required for the release of
these cargos and hence the use of Trypsin and Heparin as exemplary release inducers in
this assay.

A trend in enhanced protection of the pDNA against serum nucleases following
thermal stabilization was observed. In 10% serum incubation for 3 h, TS-CoAc maintained
31.9% of intact pDNA, compared to 17.4% of CoAc particles (Figure S5a,b).

Circular dichroism data (Figure 3g) showed a reduction in the negative ellipticity of
the peak at 204 nm, reported to coincide with the random coil structure of gelatin [50]. The
204 nm peak intensity followed the rank order gelatin > CoAc > TS-CoAc when all were
measured at 37 °C, indicating that coacervate formation and thermal stabilization caused a
slight decrease in sample randomicity and promoted a more ordered structure. All samples
were prepared from the same gelatin stock to eliminate any variations that may arise due to
differences in concentration rather than optical activity among the samples.

Gelatin type A is the acidic denaturation product of collagen. Being a denatured
protein, gelatin possesses low antigenicity [51], thus rendering it suitable for repeated
administration. Gelatin possesses a lower charge density than most cationic polymers typi-
cally used in transfection, giving it a safety advantage [52], yet this renders its coacervates
with nucleic acids much less stable. To date, techniques utilizing gelatin nanocarriers for
NA delivery rely heavily on chemical cross-linking, even of cationized gelatin, for parti-
cle preparation and stabilization. Some of the commonly reported cross-linkers include
symmetrical bifunctional aldehydes, such as glutaraldehyde and glyoxal [53], as well as
EDC (1-ethyl-3-(3-dimethyl-aminopropyl) carbodiimide hydrochloride) [54]. In the specific
scenario of nucleic acid delivery, such reactions may hinder the eventual release of the
nucleic acid cargo from the gelatin matrix given the fact that both the nucleic acid and
gelatin contain abundant amine groups and can thus become covalently bound. Covalently
bound DNA-proteins are reported to hurdle the fidelity of gene expression in their host
cell by interacting with the translation and transcription mechanisms of the cell via their
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DNA domain [55,56]. Thus, when designing our system, we aimed to avoid chemical
cross-linking and to rely on the intrinsic properties of both gelatin and DNA to find an al-
ternative stabilization technique. Gelatin-DNA coacervates rely mainly on easily reversible
electrostatic interactions, hydrogen bonds, and hydrophobic interactions between gelatin
and DNA. Such non-covalent interactions are suitable for the physiological interactions
between nucleic acids and proteins during various cellular processes [57]. Gelatin-DNA
coacervates have demonstrated an ability to irreversibly transform from a coacervate to an
anisotropic nanogel phase upon heating above gelatin’s helix-coil transition temperature,
followed by cooling below this temperature [58,59].

Thermal stabilization relies on the conversion of gelatin-pDNA coacervate in the case
of CoAc to an anisotropic nanogel state (TS-CoAc), a phenomenon previously reported
by Rawat et al. [58], but remains unused as a tool for nucleic acid delivery to date. When
heating the gelatin above its helix-coil transition temperature of 40 °C, it assumes a pre-
dominantly random coil chain morphology, which extends further across the coacervate’s
matrix, traversing more individual pDNA molecules along its length than a helix of equal
length would. Upon sudden cooling of such coils in their extended state, the rapid loss
of heat from the system is consumed in the formation of ionic and hydrogen bonds be-
tween the gelatin coils and pDNA, rather than allowing the coil a chance to resort back
to its helix morphology. In this case, the pDNA acts as a scaffold supporting a matrix of
extended gelatin coils even at a temperature below the helix-coil transition temperature.
This physical method of cross-linking can be considered a safer option than most chemical
cross-linkers commonly used for gelatin nanocarrier preparation, which compromise the
intrinsic biodegradability and biocompatibility of the polymer [60,61]. Thus, we selected
thermal treatment of gelatin-pDNA coacervates as our physical stabilization technique
of choice.

3.1.3. Shell Deposition

A microfluidic system was adopted for coating the cores under laminar flow condi-
tions. This technique deposited a homogenous coat across the whole particle population
without any visible compromise to core integrity, as observed in the TEM images (Figure 4).

We could not detect a distinct core-shell structure in the case of P-CoAc (Figure 4c).
Meanwhile, (Figure 4d and Figure S3) show the successful coating of the TS-CoAc with
protamine sulfate, in protamine sulfate to gelatin mass ratio of 1:5, where an evident core-
shell structure can be observed. This observation was further confirmed by the change
in zeta potential from —3.9 mV to 8.2 mV (Figure 3c). The fact that P-TS-CoAc shows a
distinct core-shell structure as opposed to the P-CoAc, further demonstrates the value of
thermal stabilization.

Following mRNA surface-loading on P-TS-CoAc, particle size and PDI showed no
discernible difference from unloaded P-TS-CoAc for up to one week. This further supports
the assumption that the system remains intact and is taken up as a unit by the cells, while
no mRNA-protamine sulfate coacervate sub-populations are formed (Figure S4).

Protamine is another peptide commonly used in the field of vaccination, that has been
widely employed by CureVac AG in their RNactive® technology, where it shows promise
as an NA vaccine delivery tool [62-66]. Protamine is a naturally occurring membrane
translocating peptide, with membrane translocation properties comparable to HIV-1 tat [67].
Protamine-DNA complexes bind to importins, which are transport proteins associated
with the nuclear pore complex, thus facilitating the nuclear translocation of pDNA [38,68].
All the aforementioned properties in addition to its established pharmaceutical application
became our motivation to use it as a particle coating.
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Figure 4. Transmission electron microscopy of unstained (a) CoAc (b) TS-CoAc (c) P-CoAc, (d) P-TS-CoAc,
black bar = 200 nm, white bar = 500 nm.

3.2. Entrapment Efficiency and Nanocarrier NA Capacity

Entrapment efficiency (EE%) assessed using PicoGreen assay (Table 2) showed that
pDNA was fully incorporated into the system at a gelatin to pPDNA mass ratio as low as
30:1. Both CoAcsp and TS-CoAczy showed no considerable difference in EE % of pDNA
(Table 2). RiboGreen assay performed on P-TS-CoAc showed EE% of 97.81% of mRNA. The
carrier packed more mRNA (1.884 x 10'2) than pDNA (1.076 x 10'2) molecules per 170 ug
of particles. Moreover, on the particle level, based on the average particle count obtained
using NTA (data not shown) each P-TS-CoAc particle packed approximately 5318 pDNA
molecules and 9312 mRNA molecules. Calibration curves used in the establishment of
these assays are provided in (Figure S6).

Table 2. The entrapment efficiency (EE %) of the carriers for pPDNA (pAmCyan) was assessed using PicoGreen assay,
whereas RiboGreen assay was used for nRNA (mCherry) (N = 1, n = 3). The average number of pDNA or mRNA molecules
per particle dose (170 ug as the dose used per well in a 24 well-plate format) and the numbers of pPDNA or mRNA molecules

per particle (NP) were calculated based on the used amount of NAs and the particle count from NTA.

pAmCyan mCherry
Sample EE [%] Molecules/Dose Molecules/NP EE [%] Molecules/Dose Molecules/NP
CoAc 100.10 + 0.28% 1.076 x 1012 5318 No colloidally stable coated P-CoAc for surface-loading
(P-)TS-CoAc 100.12 + 0.39% 1.076 x 1012 5318 97.81 + 1.06 1.884 x 1012 9312
jetPrime 2 100.01 &9 x 107°% 1.076 x 102 - - - -
JetMessenger P - - - 100.66 + 20.94% 1.884 x 10'2 -

b For the transfection reagents JetPrime and JetMessenger, the particle count was not available to calculate the number of NA molecules/NP.
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3.3. Cytotoxicity Assay

Compared to untreated cells, murine dendritic cell line (DC2.4) cells treated with either
the two-fold (340 pg-mL '), the same (170 pg-mL~!) or half of (85 pg-mL~!) the particle
concentration used in transfection efficiency studies showed cell viabilities of 91.9%, 97.1%,
and 97.7%, respectively, following 6 h incubation (Figure 5). Meanwhile, a 24 h incubation
of 170 ug/mL particles showed 87.4% cell viability. A total of 170 ng/mL was selected for
the 24 h extended viability assay because it was the dose to be used for the transfection
trials. Protamine-mRNA—-pDNA coacervates assembled using either equivalent protamine
doses in P-TS-CoAc concentrations of 340, 170 or 85 ug/mL or 5-fold; these concentrations
were also investigated and showed no significant difference in cytotoxicity compared to
either P-TS-CoAc or untreated controls following 6 h incubation (Figure S7). These data
align with the established biocompatibility of the two major nanocarrier components,
gelatin and protamine sulfate [60,61].
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Figure 5. Cytotoxicity assay of P-TS-CoAc in DC2.4 murine dendritic cell line using fixable dead
stain (568/583) (a) % Cell viability following 6 h incubation of P-TS-CoAc (340,170 or 85 pg/mL) or
24 h incubation of P-TS-CoAc (170 pg/mL) (N =3, n = 3); ** p < 0.01, *** p < 0.001, ns = not significant.
(b) Fluorescence intensity (dead stain uptake) of cells following different treatments.

3.4. Transfection Efficiency of Co-Delivered mRNA (mCherry) and pDNA (pAmCyan1) in Murine
Dendritic Cell Line DC2.4

Upon application of both protamine sulfate coated and mRNA surface-loaded P-CoAc
and P-TS-CoAc to murine dendritic cell line DC2.4, both P-CoAc and P-TS-CoAc showed
successful, simultaneous transfection of the cells with both mRNA (mCherry) and pDNA
(pPAmCyan). The transfection efficiency and level of protein expression of both pAmCyan
and mCherry significantly surpassed all other test groups except for the JetM single
transfection of mCherry transfection. Yet in the case of double transfection, despite the
insignificant difference in transfection efficiency between JetM and both P-TS-CoAc and
P-CoAc, JetM failed to cause any discernible transfection with pAmCyan (Figure 6a,b).
Figure 6a,b show comparable transfection efficiencies and AmCyan expression levels in
the case of pDNA, with either P-TS-CoAc and P-CoAc. P-TS-CoAc showed a transfection
efficiency of 37.6 & 19.45% and an MFI of 686 + 148 as opposed to 36.22 £ 19.21% and
670 & 139 with P-CoAc, thus indicating that thermal stabilization did not reduce the
transfection efficiency of pPDNA. Both systems were more efficient than the commercial
transfection reagent JetPrime (0.64 £ 0.57%, 152 & 43), given the challenging nature of
transfection in DC2.4. P-TS-CoAc showed a transfection efficiency and MFIs of 61.4 + 21.6%
and 909 =+ 253 as opposed to 53.8 £ 22.3% and 794 + 180 with P-CoAc for mRNA. We could
resort the difference, though statistically insignificant, to the more efficient coating and
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more stable surface in the case of P-TS-CoAc, which allowed better binding and stabilization
of the surface-loaded mRNA.

(a) ns

1 ;. L

30

L |

40+

Transfection efficiency
(% Flourescent cells)
2
1
g
—— 3
*t
e}

20_
h 5 ry
04 .. ..... .‘a.;\. ......... JI ........ ‘..-....’:_.....‘_.“.m__ - L —
I 1 [ 1 1 | L I [ 1 1 I LI LI I
i e e e B I B
& N N S ¢ o
& & ¥ Fof & & F F
§& Ty gty @’ Qf\c}’o
| Il |
Single-Transfection Dual-Transfection
(b) |
40 000 ;
30 000 ;
2 20000 "
C 10000 Y i
N al
c ;
o 1500+ S
5 | .
[5] | *
w : dxhw
2 1000 i - -
3 :
2 | 3 ¢+
l.L i o T
ﬁ 500+ k %
@ I
2 | ] s
’ """ * TR e e
0 I 1 I 1 I 1 I 1 I 1 [ 1 L 1 '-F_I 1 | L
[Ny O oy N [y U Dy N Dy A ey (Y T T I A
p F O & F FL o & s
F & ¢ ¥y é’S‘Q &\@D & & QS':G c?
\ e < & l
5o & QN
| Il |
Single-Transfection Dual-Transfection

Figure 6. Flow cytometric assessment of (a) transfection efficiency and (b) mean fluorescence intensity
(MFI) of pAmCyan and mCherry loaded on P-CoAc and P-TS-CoAc, compared to single transfection
using either JetMessenger for mRNA or JetPrime for pDNA or double transfection using both mRNA and
pDNA with either JetMessenger, JetPrime, protamine sulfate (N = 3, n = 3), Lipofectin, PEI or SLN (N =1,
n = 3) coacervate in murine dendritic cell line DC2.4; ** p < 0.01, *** p < 0.0001, ns = not significant.

Protamine sulphate-NA coacervate serving as an internal control showed inconsistent
transfection of both pDNA and mRNA (Figure 6), which was negligible in most samples.
JetMessenger (for mRNA) and JetPrime (for pPDNA) were used as representatives of suc-
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cessful, widely applied commercial transfection reagents, which could serve as positive
controls. Yet when used for co-transfection with both mRNA and pDNA, both systems
displayed negligible transfection for the NA they were not designed to deliver, as well as
a reduction in the transfection efficiency of their NA of specialization as opposed to our
systems that demonstrated successful co-transfection. The same holds for Lipofectin, PEI,
and DLin-MC3-DMA based SLN (Figure 6a).

Protamine combines an ability to promote cytosolic delivery of mRNA, as well as nu-
clear translocation of pDNA via four specialized nuclear localization signal-like sequences
in its structure [69,70], setting it apart from most of the aforementioned controls. However,
when a protamine coacervate was assembled at the same protamine:mRNA:pDNA mass
ratios as P-TS-CoAc and used as an internal control using the same NA doses, the transfec-
tion performance of the protamine coacervate was inferior to P-TS-CoAC. This could be
resorted to a trojan horse effect exerted by gelatin-pDNA coacervate core, because, in such
an arrangement, a considerable fraction of the anionic charges of pPDNA could be occluded
within the gel core, while only a fraction of the surface-exposed pDNA interacts with the
protamine coat, sparing more of protamine’s cationic groups for endosomal disruption.
Such an arrangement could be allowing the protamine to function at an apparently higher
NP ratio despite the lower actual protamine dose. An additional possible explanation for
the superior dual transfection performance of P-CoAc and P-TS-CoAc compared to the
controls may also be due to a unique time-resolved release and translation of NA cargo
from these two systems; this could hence be the subject of a more detailed future study.

Moreover, the confocal microscopy images of the highest performing treatments reveal
that cells treated with P-TS-CoAc displayed visibly more consistent transfection patterns in
the case of mRNA (Figure 7b) and pDNA (Figure 7e) than cells treated with the P-CoAc
(Figure 7¢,g). This might indicate that the enhancement in colloidal stability of the system
via thermal stabilization, in addition to providing better shielding of the core-loaded
pDNA and a more stable surface for a stable loading of mRNA, allowed the system to
remain intact for longer during transfection and for the co-loaded NAs to be taken up
as a unit, a feature that can prove valuable in a vaccination context of antigen-adjuvant
co-delivery. This observation suggests that thermal stabilization may have enhanced
both the transfectional and co-transfectional capabilities of the system. Cells treated with
commercial transfection reagent displayed a strong expression of mCherry in the case of
JetMessenger (Figure 7d) and a weaker yet more homogenous expression of AmCyan in
the case of JetPrime (Figure 7h). A detailed gating strategy is provided in (Figure S8).

Double transfection Single transfection

Untreated cells P-TS-CoAc P-CoAC Positive control

Figure 7. Assessment of transfection efficiency and gene expression of mCherry (red fluorescent

mCherry

reporter) and pAmCyan (green fluorescent reporter) in DC2.4 after 6 h of treatment of samples or
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controls followed by 48 h incubation (a) confocal laser scan microscopy showing expression of
mCherry (red) and AmCyan(green) in DC2.4 cells treated with (b,f) P-TS-CoAc, (c¢,g) P-CoAc,
(d) JetMessenger, (h) JetPrime compared to (a,e) untreated cells; the white bar = 39.64 um. CLSM
images are shown with 40% increased brightness from the original images (obtained with identical
laser intensity settings for all samples).

4. Conclusions

This study shows an approach to produce nanocarriers based on gelatin, a pharma-
ceutically established biopolymer, using a mild and straightforward preparation technique
to load polynucleic acid cargos suitable for gene delivery. The shown improvement of
colloidal stability by thermal stabilization could be essential for the further development of
a product with sufficient storage stability. As expected for a system made from a biocom-
patible, biodegradable protein material, no cytotoxicity was observed in the concentration
range successful for transfection.

A core-shell system was prepared by taking advantage of an intrinsic property of
the two core components, gelatin and pDNA, to form an irreversible gel when heated
together. The stability of this gel-core allowed for the deposition of a protamine sulfate shell.
We loaded mRNA on the particle’s shell while maintaining pDNA in the core. Transfection
of both nucleic acids was observed with comparable transfection efficiencies from both
pDNA and mRNA when used in a mass ratio of 5:1, as opposed to clinical, experimental,
and commercial transfection reagents, where such co-transfection was not feasible.

We here present a proto-type NA carrier with unique co-transfectional capabilities.
A vast pool of applications can be based on or expanded off the concept, both in the areas
of vaccine delivery, as well as protein replacement therapies. In this study, we employed
commercial fluorescent reporter molecules of rapid onset of expression and long-expression
product half-life. Using selected combinations of nucleotides, we think the interesting
possibility of gene expression at varying time scales could be achievable and should be
further studied. In future studies, the potential of this system to optimize the expression
kinetics and location of NA cargos could be explored. Besides clinical applications, this
system could also serve as a research tool to study differences between expression kinetics
of more than one NA cargo in parallel.

Supplementary Materials: The following are available online at https://www.mdpi.com/article/
10.3390/pharmaceutics13111924/s1, Figure S1: DLS assessment of CoAc and TS-CoAc assembled
using pDNA of varying sizes., Figure S2: Screenshots of NTA analysis of CoAc and TS-CoAc
immediately after addition to RPMI-1640 at 37 °C in a ratio of 1:10 v/v, and after 4 h incubation
in such medium., Figure S3: Transmission electron microscopy of unstained P-TS-CoAc, Figure S4:
Particle sizes (nm) and PDI of P-TS-CoAc before loading with mCherry, 15 min after loading with
mCherry and 7 days after loading with mCherry. Figure S5: Gel electrophoresis for assessment of
serum stability of pAmCyan cargo in coacervate and TS-CoAc following 3 h incubation in 10% serum,
Figure S6: PicoGreen and RiboGreen assays’ calibration curves, Figure S7: Cytotoxicity assay of
protamine coacervate, Figure S8: Gating information of DC2.4 during the in-vitro transfection assay.

Author Contributions: Conceptualization, S.S5.N., B.L., and C.-M.L.; methodology, S.S.N., B.L. and
C.-M.L.; methodology (TEM), S.L.; methodology (CLSM), A.B.; validation, S.S.N.; formal analysis,
S.S.N.; investigation, S.S.N., S.L. and A.B.; data curation, S.5.N.; writing—original draft, S.S.N.;
writing—review and editing, S.L., D.T., A.B., B.L. and C.-M.L,; visualization, S.S.N., S.L., D.T., B.L.
and C.-M.L,; funding acquisition, S.5.N., B.L. and C.-M.L.; resources, B.L.; project administration,
B.L. and C.-M.L,; supervision, B.L. and C.-M.L. All authors have read and agreed to the published
version of the manuscript.

Funding: Sarah S. Nasr is funded by a full scholarship [Ph.D.] from the Ministry of Higher Education
of the Arab Republic of Egypt.

Institutional Review Board Statement: Not applicable.

Informed Consent Statement: Not applicable.


https://www.mdpi.com/article/10.3390/pharmaceutics13111924/s1
https://www.mdpi.com/article/10.3390/pharmaceutics13111924/s1

Pharmaceutics 2021, 13, 1924 19 of 21

Data Availability Statement: Data is contained within the article or Supplementary Material.

Acknowledgments: The authors deeply acknowledge Jorg Schmauch at Saarland University, Ex-
perimentalphysik INM-Leibniz-Institute for New Materials for the TEM experiments. The authors
acknowledge Hanzey Yasar and Jana Westhues for assistance with in-vitro assessment protocols,
Robin Gierse for assistance with Circular Dichroism assay, as well as Marius Hittinger for logistic
support. The graphical abstract and (Figures 1 and 2a) were prepared using Biorender.

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

References

1.  Yamakawa, K.; Nakano-Narusawa, Y.; Hashimoto, N.; Yokohira, M.; Matsuda, Y. Development and clinical trials of nucleic acid
medicines for pancreatic cancer treatment. Int. J. Mol. Sci. 2019, 20, 4224. [CrossRef]

2. Sridharan, K.; Gogtay, N.J. Therapeutic nucleic acids: Current clinical status. Brit. J. Clin. Pharmacol. 2016, 82, 659—672. [CrossRef]

3. Jackson, N.A.C,; Kester, K.E.; Casimiro, D.; Gurunathan, S.; DeRosa, F. The promise of mRNA vaccines: A biotech and industrial
perspective. Vaccines 2020, 5, 11. [CrossRef]

4. Redding, L.; Weiner, D.B. DNA vaccines in veterinary use. Expert Rev. Vaccines 2014, 8, 1251-1276. [CrossRef]

5. FDA. FDA Takes Key Action in Fight Against COVID-19 By Issuing Emergency Use Authorization for First COVID-19 Vaccine.
2020. Available online: https://www.fda.gov/news-events/press-announcements/fda-takes-key-action-fight-against-covid-
19-issuing-emergency-use-authorization-first-covid-19 (accessed on 30 September 2021).

6. FDA. Moderna COVID-19 Vaccine. 2021. Available online: https://www.fda.gov/emergency-preparedness-and-response/
coronavirus-disease-2019-covid-19/moderna-covid-19-vaccine (accessed on 30 September 2021).

7. Chung, Y.H,; Beiss, V.; Fiering, S.N.; Steinmetz, N.F. COVID-19 vaccine frontrunners and their nanotechnology design. ACS Nano
2020, 14, 12522-12537. [CrossRef]

8.  Gupta, A.; Andresen, ].L.; Manan, R.S.; Langer, R. Nucleic acid delivery for therapeutic applications. Adv. Drug Deliv. Rev. 2021,
2021, 113834. [CrossRef]

9. Khurana, B.; Goyal, A.K.; Budhiraja, A.; Aora, D.; Vyas, S.P. Lipoplexes versus nanoparticles: PDNA/SiRNA delivery. Drug Deliv.
2013, 20, 57-64. [CrossRef] [PubMed]

10. Veilleux, D.; Lavertu, M.; Biniecki, K.; Buschmann, M.D. Lyophilized chitosan nanoparticles for PDNA 766 and SiRNA delivery:
Physico-chemical properties, transfection efficiency, and cytotoxicity. Mol. Ther. 2014, 22, S134. [CrossRef]

11. Moradian, H.; Lendlein, A.; Gossen, M. Strategies for simultaneous and successive delivery of RNA. J. Mol. Med. 2020, 98,
1767-1779. [CrossRef]

12.  Ball, R.L.; Hajj, K.A,; Vizelman, J.; Bajaj, P.; Whitehead, K.A. Lipid nanoparticle formulations for enhanced co-delivery of SiRNA
and mRNA. Nano Lett. 2018, 18, 3814-3822. [CrossRef] [PubMed]

13. Lundstrom, K. Latest development on RNA-based drugs and vaccines. Future Sci. OA 2018, 4, FSO300. [CrossRef] [PubMed]

14. Kariké, K,; Muramatsu, H.; Welsh, EA.; Ludwig, J.; Kato, H.; Akira, S.; Weissman, D. Incorporation of pseudouridine into
mRNA yields superior nonimmunogenic vector with increased translational capacity and biological stability. Mol. Ther. 2008, 16,
1833-1840. [CrossRef]

15. Baiersdorfer, M.; Boros, G.; Muramatsu, H.; Mahiny, A.; Vlatkovic, I.; Sahin, U.; Kariké, K. A facile method for the removal of
dsRNA Contaminant from in vitro-transcribed mRNA. Mol. Ther. Nucleic Acids 2019, 15, 26-35. [CrossRef]

16. Beuckelaer, A.D.; Pollard, C.; Lint, S.V.; Roose, K.; Hoecke, L.V.; Naessens, T.; Udhayakumar, V.K.; Smet, M.; Sanders, N.;
Lienenklaus, S.; et al. Type I interferons interfere with the capacity of mRNA lipoplex vaccines to elicit cytolytic T cell responses.
Mol. Ther. 2016, 24, 2012-2020. [CrossRef] [PubMed]

17.  Devoldere, J.; Dewitte, H.; Smedt, S.C.D.; Remaut, K. Evading innate immunity in nonviral mRNA delivery: Don’t shoot the
messenger. Drug Discov. Today 2016, 21, 11-25. [CrossRef]

18. Kariko, K.; Buckstein, M.; Ni, H.; Weissman, D. Suppression of RNA recognition by toll-like receptors: The impact of nucleoside
modification and the evolutionary origin of RNA. Immunity 2005, 23, 165-175. [CrossRef]

19. Kormann, M.S.D.; Hasenpusch, G.; Aneja, M.K,; Nica, G.; Flemmer, A.W.; Herber-Jonat, S.; Huppmann, M.; Mays, L.E.; Illenyi, M.;
Schams, A.; et al. Expression of therapeutic proteins after delivery of chemically modified mRNA in mice. Nat. Biotechnol. 2011,
29, 154-157. [CrossRef]

20. Verbeke, R.; Lentacker, 1.; Wayteck, L.; Breckpot, K.; Bockstal, M.V.; Descamps, B.; Vanhove, C.; Smedt, S.C.D.; Dewitte, H.
Co-delivery of nucleoside-modified mRNA and TLR agonists for cancer immunotherapy: Restoring the immunogenicity of
immunosilent mRNA. J. Control Release 2017, 266, 287-300. [CrossRef] [PubMed]

21. Linares-Fernandez, S.; Lacroix, C.; Exposito, J.-Y.; Verrier, B. Tailoring mRNA vaccine to balance innate/adaptive immune
response. Trends Mol. Med. 2019, 26, 311-323. [CrossRef]

22.  Minnaert, A.-K,; Vanluchene, H.; Verbeke, R.; Lentacker, I.; Smedt, S.C.D.; Raemdonck, K.; Sanders, N.; Remaut, K. Strategies for

controlling the innate immune activity of conventional and self-amplifying mRNA therapeutics: Getting the message across.
Adv. Drug Deliv. Rev. 2021, 176, 113900. [CrossRef]


http://doi.org/10.3390/ijms20174224
http://doi.org/10.1111/bcp.12987
http://doi.org/10.1038/s41541-020-0159-8
http://doi.org/10.1586/erv.09.77
https://www.fda.gov/news-events/press-announcements/fda-takes-key-action-fight-against-covid-19-issuing-emergency-use-authorization-first-covid-19
https://www.fda.gov/news-events/press-announcements/fda-takes-key-action-fight-against-covid-19-issuing-emergency-use-authorization-first-covid-19
https://www.fda.gov/emergency-preparedness-and-response/coronavirus-disease-2019-covid-19/moderna-covid-19-vaccine
https://www.fda.gov/emergency-preparedness-and-response/coronavirus-disease-2019-covid-19/moderna-covid-19-vaccine
http://doi.org/10.1021/acsnano.0c07197
http://doi.org/10.1016/j.addr.2021.113834
http://doi.org/10.3109/10717544.2012.752419
http://www.ncbi.nlm.nih.gov/pubmed/23537464
http://doi.org/10.1016/S1525-0016(16)35365-5
http://doi.org/10.1007/s00109-020-01956-1
http://doi.org/10.1021/acs.nanolett.8b01101
http://www.ncbi.nlm.nih.gov/pubmed/29694050
http://doi.org/10.4155/fsoa-2017-0151
http://www.ncbi.nlm.nih.gov/pubmed/29796303
http://doi.org/10.1038/mt.2008.200
http://doi.org/10.1016/j.omtn.2019.02.018
http://doi.org/10.1038/mt.2016.161
http://www.ncbi.nlm.nih.gov/pubmed/27506450
http://doi.org/10.1016/j.drudis.2015.07.009
http://doi.org/10.1016/j.immuni.2005.06.008
http://doi.org/10.1038/nbt.1733
http://doi.org/10.1016/j.jconrel.2017.09.041
http://www.ncbi.nlm.nih.gov/pubmed/28987878
http://doi.org/10.1016/j.molmed.2019.10.002
http://doi.org/10.1016/j.addr.2021.113900

Pharmaceutics 2021, 13, 1924 20 of 21

23.

24.

25.

26.

27.

28.

29.

30.

31.

32.

33.

34.

35.

36.

37.

38.

39.

40.

41.

42.

43.

44.

45.

46.
47.

48.

Hotz, C.; Wagenaar, T.R.; Gieseke, F.; Bangari, D.S.; Callahan, M.; Cao, H.; Diekmann, ]J.; Diken, M.; Grunwitz, C.; Hebert, A.; et al.
Local delivery of mRNA-encoding cytokines promotes antitumor immunity and tumor eradication across multiple preclinical
tumor models. Sci. Transl. Med. 2021, 13, eabc7804. [CrossRef] [PubMed]

Dewitte, H.; Verbeke, R.; Breckpot, K.; Smedt, S.C.D.; Lentacker, I. Nanoparticle design to induce tumor immunity and challenge
the suppressive tumor microenvironment. Nano Today 2014, 9, 743-758. [CrossRef]

Kreutz, M.; Giquel, B.; Hu, Q.; Abuknesha, R.; Uematsu, S.; Akira, S.; Nestle, F.O.; Diebold, S.S. Antibody-antigen-adjuvant
conjugates enable co-delivery of antigen and adjuvant to dendritic cells in cis but only have partial targeting specificity. PLoS ONE
2012, 7, e40208. [CrossRef] [PubMed]

Huang, B.; Zhao, ].; Li, H.; He, K.-L.; Chen, Y.; Chen, S.-H.; Mayer, L.; Unkeless, ].C.; Xiong, H. Toll-like receptors on tumor cells
facilitate evasion of immune surveillance. Cancer Res. 2005, 65, 5009-5014. [CrossRef]

Chiodoni, C.; Iezzi, M.; Guiducci, C.; Sangaletti, S.; Alessandrini, I.; Ratti, C.; Tiboni, F.; Musiani, P.; Granger, D.N.; Colombo, M.P.
Triggering CD40 on endothelial cells contributes to tumor growth. J. Exp. Med. 2006, 203, 2441-2450. [CrossRef]

Lint, S.V.;; Renmans, D.; Broos, K.; Goethals, L.; Maenhout, S.; Benteyn, D.; Goyvaerts, C.; Four, S.D.; der Jeught, K.V,;
Bialkowski, L.; et al. Intratumoral delivery of TriMix mRNA results in T-cell activation by cross-presenting dendritic cells.
Cancer Immunol. Res. 2016, 4, 146-156. [CrossRef]

Keersmaecker, B.D.; Claerhout, S.; Carrasco, J.; Bar, I.; Corthals, J.; Wilgenhof, S.; Neyns, B.; Thielemans, K. TriMix and tumor
antigen mRNA electroporated dendritic cell vaccination plus ipilimumab: Link between T-cell activation and clinical responses
in advanced melanoma. J. Immunother. Cancer 2020, 8, €000329. [CrossRef]

Van der Aa, M.A.E.M.; Mastrobattista, E.; Oosting, R.S.; Hennink, W.E.; Koning, G.A.; Crommelin, D.J.A. The nuclear pore
complex: The gateway to successful nonviral gene delivery. Pharm. Res. 2006, 23, 447-459. [CrossRef]

Ross, R.; Sudowe, S.; Beisner, J.; Ross, X.-L.; Ludwig-Portugall, I.; Steitz, J.; Tiiting, T.; Knop, J.; Reske-Kunz, A.B. Transcriptional
targeting of dendritic cells for gene therapy using the promoter of the cytoskeletal protein fascin. Gene Ther. 2003, 10, 1035-1040.
[CrossRef]

Moulin, V.; Morgan, M.E.; Eleveld-Trancikova, D.; Haanen, ].B.A.G.; Wielders, E.; Looman, M.W.G.; Janssen, R.A J.; Figdor, C.G.;
Jansen, B.J.H.; Adema, G.]. Targeting dendritic cells with antigen via dendritic cell-associated promoters. Cancer Gene Ther. 2012,
19, 303-311. [CrossRef]

Jones, D.L.; Brewster, R.C.; Phillips, R. Promoter architecture dictates cell-to-cell variability in gene expression. Science 2014, 346,
1533-1536. [CrossRef] [PubMed]

Andreev, D.E.; Terenin, L. M.; Dmitriev, S.E.; Shatsky, IN. Pros and cons of PDNA and mRNA transfection to study mRNA
translation in mammalian cells. Gene 2016, 578, 1-6. [CrossRef] [PubMed]

Bauerschmitz, G.J.; Nettelbeck, D.M.; Kanerva, A.; Baker, A.H.; Hemminki, A.; Reynolds, PN.; Curiel, D.T. The Flt-1 promoter for
transcriptional targeting of teratocarcinoma. Cancer Res. 2002, 62, 1271-1274.

Moran, M.C.; Forniés, I; Ruano, G.; Busquets, M.A.; Vinardell, M.P. Efficient encapsulation and release of RNA molecules from
gelatin-based nanoparticles. Colloids Surf. Physicochem. Eng. Asp. 2017, 516, 226-237. [CrossRef]

Gorgieva, S.; Kokol, V. Collagen- vs. gelatine-based biomaterials and their biocompatibility: Review and perspectives. In Biomaterials
Applications for Nanomedicine; IntechOpen: London, UK, 2011.

Noguchi, A.; Hirashima, N.; Nakanishi, M. Cationic cholesterol promotes gene transfection using the nuclear localization signal
in protamine. Pharm. Res. 2002, 19, 933-938. [CrossRef] [PubMed]

Li, P; Chen, S; Jiang, Y.; Jiang, J.; Zhang, Z.; Sun, X. Dendritic cell targeted liposomes—protamine-DNA complexes mediated by
synthetic mannosylated cholestrol as a potential carrier for DNA vaccine. Nanotechnology 2013, 24, 295101. [CrossRef]

Nafee, N.; Schneider, M.; Lehr, C.-M. Multifunctional pharmaceutical nanocarriers. Fundam. Biomed. Technol. 2008, 337-362.
[CrossRef]

Zagato, E.; Vermeulen, L.; Dewitte, H.; Imschoot, G.V.; Vandenbroucke, R.E.; Demeester, J.; Smedt, S.C.D.; Neyts, K.; Remaut, K,;
Braeckmans, K. Quantifying the average number of nucleic acid therapeutics per nanocarrier by single particle tracking
microscopy. Mol. Pharm. 2018, 15, 1142-1149. [CrossRef]

Schoenmaker, L.; Witzigmann, D.; Kulkarni, J.A.; Verbeke, R.; Kersten, G.; Jiskoot, W.; Crommelin, D. mRNA-lipid nanoparticle
COVID-19 vaccines: Structure and stability. Int. . Pharm. 2021, 601, 120586. [CrossRef]

Arfin, N.; Aswal, V.K,; Bohidar, H.B. Overcharging, thermal, viscoelastic and hydration properties of DNA—gelatin complex
coacervates: Pharmaceutical and food industries. RSC Adv. 2014, 4, 11705-11713. [CrossRef]

Kumar, A.; Dixit, C.K. Methods for characterization of nanoparticles. Adv. Nanomed. Deliv. Ther. Nucleic Acids 2017, 43-58.
[CrossRef]

Burgess, D.J.; Carless, J.E. Manufacture of gelatin/gelatin coacervate microcapsules. Int. J. Pharm. 1985, 27, 61-70. [CrossRef]
Geggier, S.; Kotlyar, A.; Vologodskii, A. Temperature dependence of DNA persistence length. Biophys. J. 2011, 100, 76a. [CrossRef]
Rawat, K.; Pathak, J.; Bohidar, H.B. Effect of persistence length on binding of DNA to polyions and overcharging of their
intermolecular complexes in aqueous and in 1-methyl-3-octyl imidazolium chloride ionic liquid solutions. Phys. Chem. Chem.
Phys. 2013, 15, 12262-12273. [CrossRef]

Mao, W.; Gao, Q.; Liu, Y,; Fan, Y,; Hu, L.; Xu, H. Temperature dependence of DNA condensation at high ionic concentration.
Mod. Phys. Lett. B 2016, 30, 1650298. [CrossRef]


http://doi.org/10.1126/scitranslmed.abc7804
http://www.ncbi.nlm.nih.gov/pubmed/34516826
http://doi.org/10.1016/j.nantod.2014.10.001
http://doi.org/10.1371/journal.pone.0040208
http://www.ncbi.nlm.nih.gov/pubmed/22808118
http://doi.org/10.1158/0008-5472.CAN-05-0784
http://doi.org/10.1084/jem.20060844
http://doi.org/10.1158/2326-6066.CIR-15-0163
http://doi.org/10.1136/jitc-2019-000329
http://doi.org/10.1007/s11095-005-9445-4
http://doi.org/10.1038/sj.gt.3301968
http://doi.org/10.1038/cgt.2012.2
http://doi.org/10.1126/science.1255301
http://www.ncbi.nlm.nih.gov/pubmed/25525251
http://doi.org/10.1016/j.gene.2015.12.008
http://www.ncbi.nlm.nih.gov/pubmed/26680098
http://doi.org/10.1016/j.colsurfa.2016.12.038
http://doi.org/10.1023/A:1016449902541
http://www.ncbi.nlm.nih.gov/pubmed/12180544
http://doi.org/10.1088/0957-4484/24/29/295101
http://doi.org/10.1007/978-0-387-76554-9_11
http://doi.org/10.1021/acs.molpharmaceut.7b00999
http://doi.org/10.1016/j.ijpharm.2021.120586
http://doi.org/10.1039/C3RA46618C
http://doi.org/10.1016/b978-0-08-100557-6.00003-1
http://doi.org/10.1016/0378-5173(85)90185-1
http://doi.org/10.1016/j.bpj.2010.12.621
http://doi.org/10.1039/c3cp51246k
http://doi.org/10.1142/S0217984916502985

Pharmaceutics 2021, 13, 1924 21 of 21

49.

50.

51.
52.

53.

54.

55.
56.

57.

58.

59.

60.

61.

62.

63.

64.

65.

66.

67.

68.

69.

70.

Gornall, J.L.; Terentjev, E.M. Helix—coil transition of gelatin: Helical morphology and stability. Soft Matter 2008, 4, 544-549.
[CrossRef] [PubMed]

Gopal, R;; Park, ].S.; Seo, C.H.; Park, Y. Applications of circular dichroism for structural analysis of gelatin and antimicrobial
peptides. Int. J. Mol. Sci. 2012, 13, 3229-3244. [CrossRef] [PubMed]

Mohiti-Asli, M.; Loboa, E.G. Nanofibrous smart bandages for wound care. Wound Health Biomater. 2016, 2, 483—499. [CrossRef]
Hellmund, M.; Achazi, K.; Neumann, E; Thota, B.N.S.; Ma, N.; Haag, R. Systematic adjustment of charge densities and size of
polyglycerol amines reduces cytotoxic effects and enhances cellular uptake. Biomater. Sci. 2015, 3, 1459-1465. [CrossRef]
Kommareddy, S.; Amiji, M. Poly(ethylene glycol)-modified thiolated gelatin nanoparticles for glutathione-responsive intracellular
DNA delivery. Nanomed. Nanotechnol. Biol. Med. 2007, 3, 32—42. [CrossRef] [PubMed]

Zwiorek, K.; Bourquin, C.; Battiany, ].; Winter, G.; Endres, S.; Hartmann, G.; Coester, C. Delivery by cationic gelatin nanoparticles
strongly increases the immunostimulatory effects of CpG oligonucleotides. Pharm. Res. 2008, 25, 551-562. [CrossRef]

Vaz, B.; Popovic, M.; Ramadan, K. DNA-protein crosslink proteolysis repair. Trends Biochem. Sci. 2017, 42, 483-495. [CrossRef]
Klages-Mundt, N.L.; Li, L. Formation and repair of DNA-protein crosslink damage. Sci. China Life Sci. 2017, 60, 1065-1076.
[CrossRef] [PubMed]

Tretyakova, N.Y.; Groehler, A.;Ji, S. DNA-protein cross-links: Formation, structural identities, and biological outcomes. Acc. Chem.
Res. 2015, 48, 1631-1644. [CrossRef]

Rawat, K.; Aswal, V.K,; Bohidar, H.B. DNA-gelatin complex coacervation, UCST and first-order phase transition of coacervate
to anisotropic ion gel in 1-methyl-3-octylimidazolium chloride ionic liquid solutions. J. Phys. Chem. B 2012, 116, 14805-14816.
[CrossRef]

Kamla, R.; Bohidar, H. Coacervation in biopolymers. |. Phys. Chem. Biophys. 2014, 4, 1. [CrossRef]

Yang, G.; Xiao, Z.; Long, H.; Ma, K.; Zhang, ].; Ren, X.; Zhang, ]. Assessment of the characteristics and biocompatibility of gelatin
sponge scaffolds prepared by various crosslinking methods. Sci. Rep. 2018, 8, 1616. [CrossRef] [PubMed]

Ulubayram, K.; Aksu, E.; Gurhan, S.I1.D.; Serbetci, K.; Hasirci, N. Cytotoxicity evaluation of gelatin sponges prepared with
different cross-linking agents. J. Biomater. Sci. 2002, 13, 1203-1219. [CrossRef]

Sebastian, M.; Schroder, A.; Scheel, B.; Hong, H.S.; Muth, A.; von Boehmer, L.; Zippelius, A.; Mayer, F; Reck, M.;
Atanackovic, D.; et al. A phase I/1Ila study of the mRNA-based cancer immunotherapy CV9201 in patients with stage IIIB/IV
non-small cell lung cancer. Cancer Immunol. Immunother. 2019, 68, 799-812. [CrossRef]

Kiibler, H.; Scheel, B.; Gnad-Vogt, U.; Miller, K.; Schultze-Seemann, W.; vom Dorp, F.; Parmiani, G.; Hampel, C.; Wedel, S.;
Trojan, L.; et al. Self-adjuvanted mRNA vaccination in advanced prostate cancer patients: A first-in-man phase I/Ila study.
J. Immunother. Cancer 2015, 3, 26. [CrossRef] [PubMed]

Kallen, K.-J.; Heidenreich, R.; Schnee, M.; Petsch, B.; Schlake, T.; Thess, A.; Baumhof, P.; Scheel, B.; Koch, S.D.; Fotin-Mleczek, M.
A novel, disruptive vaccination technology. Hum. Vacc. Immunother. 2013, 9, 2263-2276. [CrossRef] [PubMed]

Alberer, M.; Gnad-Vogt, U.; Hong, H.S.; Mehr, K.T.; Backert, L.; Finak, G.; Gottardo, R.; Bica, M.A.; Garofano, A.; Koch, S.D.; et al.
Safety and immunogenicity of a mRNA rabies vaccine in healthy adults: An open-label, non-randomised, prospective, first-in-
human phase 1 clinical trial. Lancet 2017, 390, 1511-1520. [CrossRef]

Papachristofilou, A.; Hipp, M.M.; Klinkhardt, U.; Frith, M.; Sebastian, M.; Weiss, C.; Pless, M.; Cathomas, R.; Hilbe, W.;
Pall, G.; et al. Phase Ib evaluation of a self-adjuvanted protamine formulated mRNA-based active cancer immunotherapy,
BI1361849 (CV9202), combined with local radiation treatment in patients with stage IV non-small cell lung cancer. J. Immunother.
Cancer 2019, 7, 38. [CrossRef] [PubMed]

Reynolds, F.; Weissleder, R.; Josephson, L. Protamine as an efficient membrane-translocating peptide. Bioconjugate Chem. 2005, 16,
1240-1245. [CrossRef] [PubMed]

Tenkumo, T.; Rotan, O.; Sokolova, V.; Epple, M. Protamine increases transfection efficiency and cell viability after transfection
with calcium phosphate nanoparticles. Nano Biomed. 2014, 5, 64-74. [CrossRef]

Masuda, T.; Akita, H.; Harashima, H. Evaluation of nuclear transfer and transcription of plasmid DNA condensed with protamine
by microinjection: The use of a nuclear transfer score. FEBS Lett. 2005, 579, 2143-2148. [CrossRef]

Sorgi, F.; Bhattacharya, S.; Huang, L. Protamine sulfate enhances lipid-mediated gene transfer. Gene Ther. 1997, 4, 961-968.
[CrossRef]


http://doi.org/10.1039/b713075a
http://www.ncbi.nlm.nih.gov/pubmed/32907218
http://doi.org/10.3390/ijms13033229
http://www.ncbi.nlm.nih.gov/pubmed/22489150
http://doi.org/10.1016/b978-1-78242-456-7.00023-4
http://doi.org/10.1039/C5BM00187K
http://doi.org/10.1016/j.nano.2006.11.005
http://www.ncbi.nlm.nih.gov/pubmed/17379167
http://doi.org/10.1007/s11095-007-9410-5
http://doi.org/10.1016/j.tibs.2017.03.005
http://doi.org/10.1007/s11427-017-9183-4
http://www.ncbi.nlm.nih.gov/pubmed/29098631
http://doi.org/10.1021/acs.accounts.5b00056
http://doi.org/10.1021/jp3102089
http://doi.org/10.4172/2161-0398.1000165
http://doi.org/10.1038/s41598-018-20006-y
http://www.ncbi.nlm.nih.gov/pubmed/29371676
http://doi.org/10.1163/156856202320892966
http://doi.org/10.1007/s00262-019-02315-x
http://doi.org/10.1186/s40425-015-0068-y
http://www.ncbi.nlm.nih.gov/pubmed/26082837
http://doi.org/10.4161/hv.25181
http://www.ncbi.nlm.nih.gov/pubmed/23921513
http://doi.org/10.1016/S0140-6736(17)31665-3
http://doi.org/10.1186/s40425-019-0520-5
http://www.ncbi.nlm.nih.gov/pubmed/30736848
http://doi.org/10.1021/bc0501451
http://www.ncbi.nlm.nih.gov/pubmed/16173804
http://doi.org/10.11344/nano.5.64
http://doi.org/10.1016/j.febslet.2005.02.071
http://doi.org/10.1038/sj.gt.3300484

	Introduction 
	Materials and Methods 
	Materials for Nanocarriers and Controls 
	Materials for Analytics 
	Nucleic Acids 
	Cell Culture 
	Particle Core Assembly 
	Thermal Particle Core Stabilization 
	Shell Deposition and mRNA Loading 
	Dynamic Light Scattering (DLS) 
	Nanoparticle Tracking Analysis (NTA) 
	Circular Dichroism (CD) 
	Transmission Electron Microscopy (TEM) 
	Agarose Gel Electrophoresis 
	PicoGreen and RiboGreen Assays 
	In-Vitro Biological Assessment of the Nanocarrier 
	Confocal Laser Scanning Microscopy (CLSM) 
	Statistical Analysis 

	Results and Discussion 
	Particle Preparation 
	Core Assembly 
	Core Stabilization 
	Shell Deposition 

	Entrapment Efficiency and Nanocarrier NA Capacity 
	Cytotoxicity Assay 
	Transfection Efficiency of Co-Delivered mRNA (mCherry) and pDNA (pAmCyan1) in Murine Dendritic Cell Line DC2.4 

	Conclusions 
	References

