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Introduction

Efficient in vitro and in vivo transfection of self-
amplifying mRNA with linear poly(propylenimine)
and poly(ethylenimine-propylenimine) random
copolymers as non-viral carrierst

a
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Richard Hoogenboom

Messenger RNA (mRNA) based vaccines have been introduced worldwide to combat the Covid-19
pandemic. These vaccines consist of non-amplifying mMRNA formulated in lipid nanoparticles (LNPs).
Consequently, LNPs are considered benchmark non-viral carriers for nucleic acid delivery. However, the
formulation and manufacturing of these mRNA-LNP nanoparticles are expensive and time-consuming.
Therefore, we used self-amplifying mRNA (saRNA) and synthesized novel polymers as alternative non-
viral carrier platform to LNPs, which enable a simple, rapid, one-pot formulation of saRNA-polyplexes.
Our novel polymer-based carrier platform consists of randomly concatenated ethylenimine and
propylenimine comonomers, resulting in linear, poly(ethylenimine-ran-propylenimine) (L-PEl,-ran-PPI,)
copolymers with controllable degrees of polymerization. Here we demonstrate in multiple cell lines, that
our saRNA-polyplexes show comparable to higher in vitro saRNA transfection efficiencies and higher
cell viabilities compared to formulations with Lipofectamine MessengerMAX™ (LFMM), a commercial,
lipid-based carrier considered to be the in vitro gold standard carrier. This is especially true for our
in vitro best performing saRNA-polyplexes with N/P 5, which are characterised with a size below
100 nm, a positive zeta potential, a near 100% encapsulation efficiency, a high retention capacity and
the ability to protect the saRNA from degradation mediated by RNase A. Furthermore, an ex vivo
hemolysis assay with pig red blood cells demonstrated that the saRNA-polyplexes exhibit negligible
hemolytic activity. Finally, a bioluminescence-based in vivo study was performed over a 35-day period,
and showed that the polymers result in a higher and prolonged bioluminescent signal compared to
naked saRNA and L-PEI based polyplexes. Moreover, the polymers show different expression profiles
compared to those of LNPs, with one of our new polymers (L-PPl,s0) demonstrating a higher sustained
expression for at least 35 days after injection.

use authorization by the Food and Drug Administration (FDA)
and European Medical Agency.>? This is not surprising given

The COVID-19 pandemic has created momentum for messen-
ger RNA (mRNA) technology.” Decades of research in this field
combined with the urgent need of a vaccine against severe
acute respiratory syndrome coronavirus 2 (SARS-CoV-2) have
ensured that mRNA vaccines were the first to receive emergency
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that Moderna generated the first batch of a clinical-grade
COVID-19 mRNA vaccine only 42 days after the publication of
the Wuhan SARS-CoV-2 genomic sequence by the Chinese
authorities.* This demonstrates one of the major advantages
of the mRNA platform, being its customisable and rapid devel-
opment, which allows codes for new antigens or proteins to
be plugged in without major changes to the production pro-
cess. Other advantages of mRNA are its effectiveness in both
dividing and non-dividing cells and this with a well-defined,
predictable period of expression without the risk of insertional
mutagenesis.””” These features make mRNA more predictable
than DNA and viral vectors, which are also investigated for
vaccine and therapeutic applications.®® Furthermore, mRNA
molecules do not contain antibiotic resistant genes and its
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manufacturing process is rapid, scalable and cell-free in con-
trast to DNA and viral vector based vaccines.”"°

These excellent properties make mRNA a good platform for
vaccines, which can be seen in the high number of clinical
trials of mRNA vaccines against viral-based infectious diseases,
such as: dengue, influenza, HIV-1 (AIDS), respiratory syncytial
virus (RSV) and rabies, but also against parasite-derived dis-
eases, such as malaria.'®™? Moreover, the clinical use of in vitro
transcribed (IVT) mRNA as a therapeutic vaccine against cancer
or as a protein replacement therapy for acquired or congenital
genetic disorders is also receiving significant attention.'>™*®
Altogether this indicates that in vitro synthesized mRNA-
based vaccines and therapeutics will soon revolutionise mod-
ern medicine.'” The short expression of about a week still
represents a point of improvement for mRNA, as this often
requires relatively high doses to be administered at a high
frequency. This mainly applies to protein replacement therapy
where a long-term effect is desired.’®'® Self-amplifying mRNA
(saRNA) is an advanced alternative to mRNA that potentially
can overcome these limitations and is being developed for the
next generation of mRNA vaccines and therapeutics.>*>* SaRNA
shares many structural similarities with non-replicating mRNA
asitalso has a 5’ cap, an open reading frame (ORF) with the gene
of interest, two UTR’s that flank the ORF, and a 3’ poly(A) tail.
However, it differs from non-replicating mRNA in that it also
codes for a viral replicase, which is usually derived from positive
sense alphaviral genomes.”® The latter enlarges the saRNA
molecules to ~9500-12 000 nucleotides, while the size of non-
replicating mRNA ranges between 2000 and 5000 nucleotides.>*
The viral replicase consists of four non-structural proteins (nsPs)
and enables the amplification of genomic and subgenomic
mRNA upon reaching the host cell’s cytosol. This results in an
enhanced protein or antigen expression.'®**** Consequently,
the saRNA dose to be administrated may be 24- to 64-fold lower
than mRNA, depending on the administration route.>**" Since it
has been previously stated that the amount of RNA per vaccine
dose has a high impact on the vaccine production cost per
dose,'® the use of saRNA vaccines could reduce these costs.
Interestingly, very recently the first approved saRNA vaccine
(ARCT-154, Arcturus Therapeutics & CSL) uses a 6-fold lower
dose compared to the Pfizer/BioNTech and Moderna COVID-19
mRNA vaccines.’®*” However, the RNA purification method has
also an important impact on the production cost and can be
more challenging in case of saRNA compared to mRNA. From
the available lab-scale purification methods, the cellulose-based
purification is one of the few methods that removes dsRNA
artefacts from IVT RNA.?® This technique is also compatible
for saRNA and results in a lower innate immune response and
higher expression level compared to non-cellulose-based puri-
fied saRNA.>® Importantly, despite the self-amplifying capacity,
the expression is limited in time, resulting in a temporal in vivo
saRNA expression which, depending on the dose, delivery agent
and the administration route, can last for up to seven
weeks.'”?%3! Notably, the very recent approval of the first
saRNA-based vaccine (ARCT-154) by the Japanese authorities
highlights the efficacy, safety and benefit of saRNA vaccines.>”
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By using non-viral carriers, RNA expression can be increased
and prolonged compared to naked RNA.** Non-viral carriers
electrostatically interact and condense RNA into nanoparticles.
These carriers protect RNA against enzymatic degradation and
facilitate the cellular uptake and endosomal escape of the RNA
cargo, which are crucial for its transfection.” Up to now, saRNA
has been formulated in lipid nanoparticles (LNPs),*” polymer-
based nanoparticles (PNPs) or polyplexes®® and cationic nano
emulsions.** Currently, LNPs are the state-of-the-art non-viral
carriers since they are clinically used in the COVID-19 mRNA
vaccines and in Patisiran (trade name: Onpattro), a siRNA-
based therapeutic."** In general, LNPs consist of an ionizable
amino lipid, helper lipids (cholesterol and a phospholipid) and
a poly(ethylene glycol)-conjugated lipid (PEGylated lipid).**~°
They show a high delivery efficiency, but there are some limita-
tions, such as the time-consuming,’® complex formulation
process,*" the tropism to the liver*” and the presence of PEG-
lipids that can trigger anti-PEG antibodies and in rare cases
(severe) allergic reactions.**** Also, the low thermostability is an
issue, requiring storage and transportation of the mRNA-LNPs at
—20 °C or lower.”® From a pharmaceutical and regulatory point-of-
view, it would be more favourable to have a more straightforward
formulation involving fewer components and production steps. A
one-step formulation of mRNA-based therapeutics and vaccines is
possible by using cationic polymers containing protonatable
tertiary or secondary amine groups.’®"” Compared to lipids,
polymers usually interact better with nucleic acids and condense
these nucleic acids into smaller nanoparticles (polyplexes).*>*®
Moreover, polyplexes self-assemble in organic solvent-free, aqu-
eous conditions by simply mixing the polymer with the nucleic
acids and have a high flexibility towards chemical modifications
with targeting or shielding moieties.** Among the polymers, linear
poly(ethyleneimine) (L-PEI) is one of the most efficient carriers as
it shows both high in vitro and in vivo transfection efficiencies,
due to its high density of protonatable secondary amino groups
that result in an adequate RNA condensation and efficient
endosomal escape through the so called: “proton sponge
effect”,*”** although other endosomal escape mechanisms invol-
ving phospholipid degradation have also been proposed.’®>!

Despite the high transfection efficiency of L-PEI, its toxicity
and related safety issues are still a major concern in clinical
translation.”® This toxicity is most likely caused by the high
overall positive charge of the L-PEI-based polyplexes, which can
induce mitochondrial depolarization and subsequent necrotic
cell death and apoptosis.*”**°* One approach to reduce cyto-
toxicity but maintain transfection efficiency is to chemically
modify the PEI structures,®® another one is to synthesize
copolymers with lower charge density’® or copolymers that
resemble endogenous structures, e.g. polyamines.*’

In this work, we aimed to create a new polymeric carrier
platform to overcome the drawbacks and disadvantages of LNP
and L-PEI-based formulations. Therefore, we recently established
a synthesis method for the preparation of linear PEI with ran-
domly incorporated linear polypropylenimine (L-PPI) repeating
units, through copolymerization of 2-ethyl-2-oxazoline with
2-isopropyl-2-oxazine followed by acidic hydrolysis of the resulting

This journal is © The Royal Society of Chemistry 2024
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Fig.1 Overview copolymer synthesis and analysis. Panel (a): synthesis
scheme for the preparation of L-PElgg-ran-PPligo copolymer. Panel (b):
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CDClz and D,O, respectively. Panel (c): SEC traces of PEtOxgo-ran-
PiPrOZilgo in DMA and L-PElgg-ran-PPlig0 in aqueous medium.

49,55-57

poly(2-ethyl-2-oxazoline-ran-2-isopropyl-2-oxazine) copolymers.
For more details on the synthesis of the near-ideal random
copolymers, we refer to our previous publication.”® Of these
resulting linear, random PEL~PPL, copolymers (L-PEI.ran-
PPL), we were able to tune the PEI/PPI ratios and degrees of
polymerization, resulting in controllable corresponding charge
densities, and this over a wide range of molecular weights, with
a narrow size distribution (see Fig. 1). It was shown previously
that our L-PEI,ran-PPI, copolymers are potent carriers for
intracellular DNA delivery in vitro, and this with exceptional
serum tolerance.*® In the current work we investigated if our
linear, random L-PEL-ran-PPIL, copolymers with certain PEL/
PPI,, ratios, and their homopolymers variants, all with a DP 250
(~10-15 kDa) are efficient non-viral carriers for saRNA delivery
(with x and y the percentages of the total amount of monomers
in the polymer). Depending on the N/P ratio, the polymers were
able to condensate the saRNA into very small nanoparticles.
Four saRNA-based polyplexes showed higher in vitro transfec-
tion activities and cell viability compared to Lipofectamine
MessengerMAX™ (LFMM). Six saRNA-based polyplexes, includ-
ing the four in vitro best performing ones, were selected to
further verify their in vivo saRNA delivery capacity in compar-
ison to a state-of-the-art LNP carrier. This direct comparison
of polymer-based to lipid-based carriers is very rare, but
nevertheless very important to understand the differences in
performances. At this point, the few studies that made the
comparison are inconclusive, with some showing lower’® and
others showing higher** protein expression with polymer-based
carriers compared with lipid-based carriers. Our in vivo study
demonstrated that L-PElg,-ran-PPlyg, and L-PPl,5;, show a
lower, but more prolonged expression of luciferase-coding
saRNA (at least until day 14 and day 35 after injection, respec-
tively) compared to a LNP. In summary, this paper presents
a new L-PEIl,ran-PPIL, based polymeric carrier platform for
the intracellular delivery of saRNA-based applications, with

This journal is © The Royal Society of Chemistry 2024
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efficient in vitro transfection and great promise for in vivo
translation.

Results and discussion

Synthesis and characterization of linear PEL~PPI, random
copolymers

With the aim of creating a cost-effective, non-toxic and efficient
non-viral carrier platform, initially for saRNA-based nano-
particles, we synthesized and tested novel L-PEI,-ran-PPI, and
L-PPI polymeric carriers, as alternative to the LNPs. The moti-
vation for making these polymers was the hypothesis that the
introduction of more hydrophobic comonomers (PPI) into the
linear PEI structure (resulting in linear PEI-PPI copolymers and
the PPI homopolymer), would lower the charge density and
increase the hydrophobicity of the polymers. The log P values of
the hypothetical homopolymer structures (L-PEI and L-PPI DP
1) calculated with ChemDraw software confirm this hypothesis
considering hydrophobicity (Fig. S1, ESIt). Consequently, this
lower charge density and increased hydrophobicity could
potentially lead to polymers with higher transfection efficiency
and lower cytotoxicity. Indeed, it has been reported that the
charge-dense L-PEI interacts too strongly with mRNA resulting
in an inefficient intracellular release of the mRNA, compared to
the lipid based carrier LFMM.>® Additionally, the high cytotoxi-
city of PEI is known to be due to its high charge density.”>*°
Introducing more hydrophobicity in linear polymers such as
e.g., L-PEI and polycation poly(dimethylaminoethyl acrylate)
(pDMAEA) has shown to increase efficiency and decrease
cytotoxicity when an optimal balance is found.®>®" Introducing
PPI comonomers is therefore expected to enhance transfection
efficiency and decrease cytotoxicity. Moreover, due to the ran-
dom distribution of PEI and PPI units, the structure of the
L-PELran-PPL, copolymers more closely resembles the endogen-
ous oligoamine spermine. This is beneficial, since spermine,
which also consists partly out of PPI monomers, electrostatically
interacts with DNA and RNA at physiological pH, as a result of its
net positive charge.®” Interestingly, it is also assumed that
spermine forms H-bonds to both the phosphate and the 2’-OH
of RNA.°>% Lastly, the findings of Ziebarth et al. that show that
an additional methylene group (-CH,_) in polyamines provides
extra distance between the amine groups, leading to much easier
protonation compared to PEI, which might also be the case for
the PEI-PPI copolymers.**

With this motivation, a small library of linear, near-ideal
random PEL-PPIL, copolymers and the corresponding homo-
polymers (with x:y=0:250; 60:190; 100: 150; 150 : 100; 190 : 60
and 250:0) were synthesized with low dispersity, by cationic
ring-opening polymerization (CROP) of 2-ethyl-2-oxazoline
(EtOx) and/or 2-isopropyl-2-oxazine (‘PrOzi), followed by acidic
side chain hydrolysis according to our recently developed
protocol (see Fig. 1(a)).”® The degree of polymerization (DP)
and molecular weight (M,,) of the L-PEI,-ran-PPI, (co)polymers
were 250 and ~ 13 kDa (see Table 1) as determined by "H NMR
spectroscopy (see Fig. 1(b)) and size exclusion chromatography
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Table 1 Overview of the composition, molecular weight (M) and dispersity (D) of all precursor and final polymers

Precursor polymers

Final polymers

Composition” (mol%) M, (theo) M,” (SEC)

Composition® (mol%) M, (theo) M,° (SEC)

Samples [EtOx] : ['PrOZi] (kDa) (kDa) P’ (SEC) Samples [PEI]: [PPI] (kDa) (kDa) DP° (SEC)
PEtOxgq-7an- 25:75 30.1 29.0 1.14 PElq-ran- 25:75 13.0 44.0 1.38
P'PrOZi;q0 PPl oo

P'PrOZi,s, 0:100 31.7 33.5 117 PPl 0:100 15.0 33.0 1.25

@ Exact composition of PEtOx/PiPrOzi and PEI/PPI are determined from H NMR analysis. ” Determined by SEC in DMAc with RI detection
(calculated against narrow disperse PMMA standards from PSS). © Determined by SEC in methanol-sodium acetate buffer with RI detection

(calculated against narrow disperse PEG standards from PSS).

(SEC) (see Fig. 1(c)), respectively. The aqueous SEC usually gives
higher dispersity (P), but the unimodal traces indicate the
absence of main chain hydrolysis, as expected by using a
controlled microwave heating protocol for side-chain hydrolysis
of the poly(2-oxazoline-ran-2-oxazine) copolymers.®®> Further-
more, the SEC analysis of the precursor poly(2-oxazoline-ran-
2-oxazine) copolymers revealed well-defined structures with
narrow molar mass distribution and low D (see Table 1 and
Fig. $2-S5, ESIT).®

In vitro transfection efficiency and cytotoxicity of the saRNA-
polyplexes

Recently, we reported on the synthesis and full characterization
of a library of L-PEI,-ran-PPI, copolymers and their DNA trans-
fection efficiency.*® In this paper, we report for the first time on
the in vitro transfection efficiency, cytotoxicity, physicochemical
properties and in vivo performance of saRNA-polyplexes based
on a small library of L-PEL-ran-PPIL, copolymers with varying
PEI/PPI monomer ratio’s and a constant DP of 250. Only a
limited number of polymer-based carriers are successful in
delivering saRNA-based cargo in vivo, therefore this work is of
great importance in the search for new and better performing
non-viral carriers.®®

First, the ability of six L-PEI,-ran-PPI, (co)polymers, to serve
as a carrier for saRNA was tested in HeLa cells. SaRNA encoding
luciferase was formulated with the polymers at six different N/P
ratios (N/P 40 - 20 - 10 - 5 - 1 - 0.2). The resulting saRNA-
polyplexes, 36 in total, were incubated with HeLa cells and
their transfection efficiency was measured and compared with
saRNA formulated with Lipofectamine MessengerMAX™
(LFMM), the in vitro gold standard, lipid-based mRNA trans-
fecting agent. Non-transfected (NTF) cells served as negative
control. Twenty-four hours after administration, the saRNA-
polyplexes based on L-PEIg-ran-PPl g, and L-PPI,s, were the
best performing polymers (see Fig. 2 and Fig. S6, ESIt). For
both polymers, a N/P ratio of 5 resulted in the highest transfec-
tion efficiency with bioluminescent signals that were signifi-
cantly higher compared to the N/P ratios of 40, 20, 1, 0.2 and
the non-transfected cells (see Fig. 2, graphs a and d). In case of
L-PPI,s5,, the saRNA-polyplexes prepared at a N/P 5 also out-
performed the N/P 10 formulation. Remarkably, at this optimal
N/P ratio, both polymers resulted in a slightly, but not statis-
tically significant, higher bioluminescent signal compared to
LFMM, the commercial, lipid-based gold standard carrier.

3930 | J Mater. Chem. B, 2024, 12, 3927-3946

Independent repeated experiments showed the same trends
and hence confirm the reproducibility of these findings (see
Fig. S7, ESI}). One of these two best performing polymers, ie.,
L-PPI,5, has also been tested as non-viral carrier in combi-
nation with non-self-amplifying, nucleotide-modified mRNA.
Interestingly, similar trends in optimal N/P ratio could be
distinguished for the non-self-amplifying and self-amplifying
mRNA cargo in HeLa cells (see Fig. S8, ESIT).

Remarkably, L-PEI,5, and two polymers with near equal
amounts of PEI and PPI monomers (L-PEL-PPl;5, and
L-PEI, 5-PPI;,) exhibited the lowest transfection efficacy for
saRNA (Fig. S6, ESIt), which highlights that even subtle
changes in the structure of carriers have great impact on the
carrier’s efficiency and that different polymer structures are
optimal for different nucleic acids, as previously we reported
that for DNA transfection a 1: 1 ratio of PEI and PPI was best for
in vitro transfection.*’

After in vivo administration, the contact time of nano-
particles with cells is usually less than 24 hours, because of
their bio-distribution. Therefore, the transfection efficiency of
the four-best performing saRNA-polyplexes (L-PEIgq-ran-PPl;q
and L-PPI,5,, N/P 5 and 10) was also evaluated after a shorter
incubation time, ie. 4 hours instead of 24 hours. This was
conducted by replacing the medium containing the saRNA-
polyplexes with full medium 4 hours after administration.
Subsequently, 24 hours after initial addition of the saRNA-
polyplexes, the bioluminescent signal was measured. Short-
ening the transfection time increased the transfection of the
saRNA-LFMM formulation, while the transfection of the saRNA-
polyplexes remained the same (Fig. 2(g)). Consequently, at a
shorter incubation time, LFMM induced slightly, significant,
better saRNA translation data compared to the polymers (p <
0,001), except for L-PEIgy-ran-PPligo-based saRNA-polyplexes
prepared at N/P 5, which exhibited a comparable efficiency as
LFMM (p < 0, 05) (see Fig. 2(g)).

Next to high transfection efficiency, biocompatibility is one
of the most important criteria for efficient and safe non-viral
carriers. The term ‘biocompatibility’ covers many different
properties, however, in vitro cytotoxicity and hemocompatibility
are addressed in particular when screening novel carriers.®”
The cell viability gradually decreased as a function of the N/P
ratio of the saRNA-polyplexes. This was measured 24 h after
addition of the nanoparticles to the HeLa cells, by using the
WST-1 assay. Generally, L-PPI,5, tends to be slightly more

This journal is © The Royal Society of Chemistry 2024
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Fig. 2 Bioluminescent signals and cell viability data of in vitro saRNA-polyplex transfections with L-PElgg-ran-PPligg and L-PPl,s0, in Hela cells, HepG2
and C2c12 cells. Cells were transfected with 500 ng saRNA per well in a 24 well-plate, saRNA was either complexed with L-PElgg-ran-PPligq or L-PPlys0
(considering six N/P ratios, N/P 40 — 0,2) or encapsulated by LFMM at a 2:1 ratio (ratio represents: ng saRNA: uL LFMM). Graphs (a)-(f) show data 24
hours after transfection, without changing medium, thus cells were 24 hours exposed to the complexes. Graphs (g)—-(i) show the data obtained by
replacing the nanoparticle-containing medium by full DMEM 4 hours after transfection. The data were obtained with the IVIS Lumina Ill (Total Flux [p/s]).
Each circle represents one well of the 24 well-plate (N = 5), the line represents mean + SEM. * indicates significance of p < 0.05, ** indicates significance
of p < 0.01, *** indicates significance of p < 0.001, **** indicates significance of p < 0.0001. All means were compared to each other with one-way
ANOVA, after log-transformation of the obtained data and testing for normality. Adjustment for multiple comparisons was performed using Tukey’s
multiple comparisons test in GraphPad Prism 8.4.3. Cell viability data (blue triangles) is based on the WST-1 assay 24 hours after initial transfection, and
after 2-3 hours of incubation with the WST-1 reagent. Outliers were removed according to the IQR method and data represent mean + SEM.

Abbreviations: LFMM = Lipofectamine MessengerMAX™, NTF = non-transfected cells.

cytotoxic than L-PEIg,-ran-PPl, 4, especially at N/P ratios above
5. SaRNA-polyplexes prepared at N/P 5, the most efficient ratio
for transfection, moderately decreased cell viability (~20-30%
drop) relative to non-transfected cells, while saRNA-LFMM
nanoparticles were very cytotoxic as they induced a drastic
reduction in cell viability (>90% drop). Since a relatively high
dose of saRNA (500 ng/50 000 cells in a 24 well-plate) was used
compared to other work, the saRNA-LFMM nanoparticles here
might show higher cytotoxicity. SaRNA-polyplexes formulated
with L-PEIg-ran-PPl o, at N/P 5 did not induce cytotoxicity in
HeLa cells when the incubation time was shortened to 4 h.

In order to reinforce our findings with the HeLa cells, the
translation efficiencies of the two best performing polymers, i.e.
L-PEIg-ran-PPl, 4, and L-PPI,5, were studied in humane HepG2
cells (see Fig. 2, graphs b and e) and murine C2c12 cells (see
Fig. 2, graphs c and f). These cell types were chosen, as they are
important target cells after intravenous and intramuscular

This journal is © The Royal Society of Chemistry 2024

injection of RNA-containing nanoparticles, respectively. Again,
the cells were incubated for 24 h and 4 h with the saRNA-
polyplexes. Generally, expression levels in C2c12 cells were
comparably high to those in HeLa cells, while HepG2 cells
showed lower bioluminescent signals for all tested nano-
particles. Interestingly, the overall trend in transfection effi-
ciency of the saRNA-polyplexes as a function of N/P ratio in
these cells was similar to those in HeLa cells and for both
polymers the N/P ratio of 5 resulted in the highest biolumines-
cent signals. At this N/P ratio the saRNA translation obtained
with the polymeric carriers was comparable with LFMM in both
HepG2 and C2c12 cells (see Fig. 2, graphs b, c, e and f).
Reducing the incubation time of the cells with the saRNA-
nanoparticles from 24 h to 4 h resulted in a noticeable higher
luciferase expression in HepG2 cells, most pronounced at N/P
10, with a circa 8-fold increase in bioluminescent signal. No
changes were noticed in C2c12 cells.
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Similar to HeLa cells, the cell viability of C2c12 and HepG2
cells dropped as a function of the N/P ratio. SaRNA-polyplexes
prepared at N/P 5 induced a moderate drop in cell viability in
these cells, analogous to HeLa cells, except for the L-PPI,s54-
based saRNA-polyplexes, which were more cytotoxic in C2c12
cells. In both cell lines, the saRNA-LFMM nanoparticles were
also drastically more cytotoxic than the most efficient saRNA-
polyplexes. However, with the highest N/P ratios (40 and 20),
the excess of polymer in the saRNA-polyplexes became too toxic
in case of HepG2 and C2c12 cells (except for L-PPI,5, in C2c12
cells). This resulted in rounding-up of the cells and loss of
attachment to the culture plate. Consequently, these cells were
washed away prior to read-out, with no detectable absorbance
and hence, zero to sub-zero values for cell viability.

Shortening the incubation time form 24 h to 4 h, resulted in
a higher cell viability of HepG2 cells transfected with saRNA-
polyplexes at N/P 5, similar to HeLa cells, and an increase in cell
viability at N/P 10. This might indicate that in HepG2 cells
longer incubation times increase the cytotoxicity of the saRNA-
nanoparticles. In C2c12 cells, the shorter incubation times did
not clearly reduce the cytotoxicity of the saRNA-polyplexes. This
indicates that our saRNA-polyplexes cause less cytotoxic effects
in human cell lines compared to murine cell lines, since a
broader N/P range was tolerated, except for the L-PElg,-ran-
PPI,4-based nanoparticles in the HepGz2 cells. In summary, the
transfections in these three different cell lines suggest that the
transfection efficiency and cytotoxicity of our saRNA-polyplexes
is cell-type and polymer-dependent, with L-PEIgq-ran-PPl;q,
being the best performing polymer with the lowest cytotoxicity
in HeLa and C2c12 cells and L-PPI,5, being less cytotoxic in
HepG2 cells, with no clear distinction in transfection efficiency
between the polymers in this cell line.

Interestingly, higher cell viabilities do not necessarily result
in higher transfection efficiencies, but could indicate that the
intracellular endocytosis of the polyplexes was not successful,
see polyplexes with N/P 1 and 0.2 (see Fig. 2). In some cases the
cell viability was higher than 100%, and hence higher than
observed for the untreated cells. This may be due to cell
proliferation, cell stress, chemical reduction of the WST-1
reagent by the polymer or hormesis, a phenomenon in toxicol-
ogy where compounds can be beneficial/stimulatory at low
doses but toxic/inhibiting at higher doses.®® In this context, it
is interesting to note that polyamines may indirectly act as
scavengers of oxygen free radicals, protecting nucleic acids and
other cellular components from oxidative damage which could
result in higher cell viability.®*

Physicochemical properties, complexation efficiency and
protection towards RNase A

Transfection efficiency and biocompatibility of nanoparticles
are closely related to their size and zeta potential (which is
related to the surface charge). Nanoparticles with small sizes
and a slightly negative to neutral zeta potential are considered
optimal for in vivo applications.®® Regarding the size of RNA-
based nanoparticles, a range of 6-8 nm’*”* to 150-200 nm’>”?
is considered to be ideal, so that particles are retained by the
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glomerulus and are small enough to escape from phagocytosis
by macrophages, which would remove the particles from the
body as part of the mononuclear phagocyte system.””

Regarding our saRNA-polyplexes based on L-PEIgy-ran-PPI; 4
and L-PPI,;,, all of them show sizes larger than the minimum
size range and the majority shows sizes smaller than 150 nm
(mean diameter), except for L-PEI¢y-ran-PPlL;o, at N/P 40 with a
size of ~250 nm. This last result was unexpected, since we
hypothesized that the more polymer we would use (i.e. the
higher the N/P ratio), the more the saRNA would be condensed,
the smaller the saRNA-polyplexes would be. This was true,
however, only up to an N/P of 5-10 after which the saRNA-
polyplexes did not become smaller anymore, but larger (N/P >
20). This limit probably represents a ‘“saRNA condensation
limit” of the polymers, where polyplexes with N/P 5-10 have a
maximal sRNA condensation capacity resulting in the smallest
and the most monodisperse saRNA-polyplexes. The later can be
interpreted from their relatively low PDI values (Table S1, ESIt).
Future improvements to lower the PDI value to <0.2 will be
necessary to make the polyplexes acceptable for clinical
applications.”® Potentially, introducing more steric hindrance
on the nanoparticle surface or performing polyplex formulation
through a more controlled mixing process may result in mono-
disperse nanoparticles.*’

Regarding the ZP of the saRNA-polyplexes, the majority of
them have a positive charge, which a clear shift to negative
starting from N/P 1 and lower (N/P > 5: ~+30 to +40 mV;
N/P < 1: ~—25 to —40 mV). This shift is accompanied with a
size increase, with a maximum size of ~350-400 nm at N/P 0.2,
which might indicate an incomplete saRNA-complexation
(see Fig. 3). The positive charge and the relatively small size
of the saRNA-polyplexes with N/P 5 can explain the higher
in vitro transfection efficiency, as they might efficiently interact
with the negatively charged cell membranes, enabling cellular
uptake. However, only particles with a neutral to slightly
negative charge are generally accepted as desirable for in vivo
applications.®

To determine the N/P ratio at which our saRNA-polyplexes
become neutral, we made additional saRNA-polyplexes with
N/P ratios 2, 3 and 4, and discovered that a N/P ratio of 2 results
in approximately neutrally charged, but large (~4 pm) saRNA-
polyplexes as there is no charge stabilization (Fig. S9, ESIT). The
transfection of these saRNA-polyplexes showed that N/P ratios
of 5, 4 and 3 perform about equally good, with no statistically
significant difference (Fig. S10, ESIY).

Additionally, to confirm these DLS-based results, nanoparticle
tracking analysis (NTA) was performed, which showed sizes for all
nanoparticles lower than 150 nm. In addition, the size differences
between the N/P ratios were much smaller when NTA was used (see
Fig. 3(e) and (f)). The mean diameter of the saRNA-polyplexes with a
N/P from 5 till 40 was ~70 nm. Only the L-PElI4,7an-PPI,, SaRNA-
polyplexes with a N/P of 1 and 0.2 had mean sizes above 100 nm
(see Fig. 3). These size differences between DLS (ZetaSizer Nano-ZS)
and NTA (NanoSight NS300) is a common observation that is most
likely attributed to the tendency of DLS to skew towards larger
particles sizes due to the use of intensity-weighted values.*

This journal is © The Royal Society of Chemistry 2024
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Fig. 3 Size and zeta potential of the saRNA-based polyplexes, with L-
PElgo-ran-PPligg and L-PPlyso in NaOAC buffer. The Z-average sizes data
(graphs (a) and (b), mean and SD) are based on intensity distributions of the
dynamic light scattering measurements. The zeta potential data (graphs (c)
and (d)) are based on laser Doppler velocimetry measurements. Data
presented in these four graphs are obtained with the ZetaSizer Nano-ZS.
Size data (graphs (e) and (f), mode and SE) are based on intensity distribu-
tions of the nanoparticle tracking analysis (NTA) measurements obtained
with the NanoSight NS300.

Ideal non-viral carriers must also maintain an optimal
balance between retaining and releasing the (sa)RNA cargo, to
protect it from degradation and to release it in the cytosol for
efficient translation.®"”>”® Electrophoretic mobility shift assays
or gel retardation assays were performed with the L-PElg,-ran-
PPI, 4, and L-PPI,5, saRNA-polyplexes (N/P 0.2-40) to assess the
saRNA encapsulation capacity. These assays demonstrate that
at N/P ratios above 1 all (100%) saRNA is encapsulated, result-
ing in absence of the free saRNA-band in the gel (see Fig. 4, 1).
However, L-PElg-ran-PPl,o, and L-PPl,5,, prepared at N/P 1,
show a partial saRNA-retainment of respectively 78% and 73%,
based on the intensity of the free saRNA band. The polymers
could not complex the saRNA at N/P 0.2 (see Fig. 4, 1). These
results confirm that the saRNA-polyplexes with N/P 1 and 0.2
are not able to retain (all) saRNA, when they encounter an
electrical field. This inefficient saRNA-complexation is in line
with the less efficient in vitro transfections of these particular
saRNA-polyplexes.

This journal is © The Royal Society of Chemistry 2024
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Complementary to the gel retardation assay a RiboGreen
assay was performed. However, for this assay a saRNA releasing
agent is needed as the encapsulation efficiency is the percen-
tage of fluorescent signal, derived from the RiboGreen stain
complexed to the RNA, of the free/released saRNA reduced with
the signal of the intact complex relative to the signal of free/
released saRNA. To that end the polyanion heparin sodium
(HS) was added to the saRNA-polyplexes (N/P 5) to compete with
the saRNA for complexation with the polymers, in order to
disassemble the saRNA-polyplexes and release the cargo. The
addition of 160 pg HS/1 pg saRNA (total HS concentration:
3.2 ug uL ) to the saRNA-polyplexes in NaOAc buffer, following
an incubation of 1 hour at 37 °C showed the highest saRNA
release of ~80%. This HS concentration is at least 640 times
higher compared to human blood.”” This illustrates the
strong intermolecular interactions between our saRNA and our
polymers, indicating the exceptional stability of our saRNA-
polyplexes. Overall, this assay indicates, that at the best perform-
ing N/P ratios (5 and 10) the L-PPI,5, based saRNA-polyplexes
tend to release more saRNA than the complexes with the more
charge dense L-PEIgy-ran-PPL;, (see Fig. 4, 2c and d, lane 3-6).
Interestingly, with this assay we also show that our saRNA is
stable at 37 °C for at least 1 hour (see Fig. 4, 2c and d, lane 2).

After showing successful saRNA release with HS-addition,
the RiboGreen assay was performed to quantify the saRNA
encapsulation efficiency (EE%) of the polymers. This assay
showed that L-PEl,-ran-PPI,; o, had an average EE% of 94.45% =+
0.13% and 94.20% =+ 0.11%; and L-PPl,s, an average EE% of
95.34% =+ 0.09% and 95.11% =+ 0.04%, at the optimal ratios for
transfection (i.e. N/P 5 and 10, respectively), with no significant
difference in EE% between both N/P ratios. Since our saRNA
differs significantly in length from the rRNA standards of the
RiboGreen kit, the EE%’s of the polymers relative to the fluores-
cence signal of a naked saRNA sample were also calculated. This
resulted in EE%’s of ~99% for both polymers at the tested N/P
ratios. The influence of HS on the fluorescence signal was
negligible.

Next, the ability of the two polymers to protect the saRNA
from RNase A mediated degradation was investigated. A series
of RNase A protection assays were conducted with the most
efficient polyplexes (N/P 5). First, saRNA-polyplexes with
increasing amounts of saRNA (0.5 to 5 pg) were challenged
with a constant amount of RNase A (1 ng). After 30 minutes of
incubation at 37 °C no traces of degraded saRNA could be
discerned in the lanes of the polyplexes (see Fig. 4, 3e and f,
lane 3-6). In contrast, non-formulated naked saRNA was heavily
degraded by RNase A, which is visible by the smear at the
bottom of the lane (see Fig. 4, 3e and f, lane 2).

However, this assay may result in artefacts if the degraded
saRNA is retained by the polymers or if the RNase A enzyme is
not able to reach the core saRNA, but only the external saRNA
present on the surface of the saRNA-polyplexes. Hence, a
second RNase A protection assay was performed in which the
saRNA-polyplexes were first incubated with RNase A, followed
by inhibition of the RNase A, and next, dissembled by HS in
order to quantify the amount of released, intact saRNA. The
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Fig. 4 Results of the gel electrophoresis-based experiments, with left the saRNA-polyplexes based on L-PElgg-ran-PPligg and right the ones based on
L-PPl>s0. Fig. 1 (a) and (b) show the results of the electrophoretic mobility shift assay. Lane numbers in white correspond to “saRNA only” (lane 1) and the
saRNA-polyplexes composed of 500 ng saRNA prepared at N/P ratios: 40 (lane 2) — 20 (lane 3) — 10 (lane 4) - 5 (lane 5) — 1 (lane 6) and 0,2 (lane 7). Fig. 2
(c) and (d) show the results of the heparin sodium competition assay. The lane numbers in white correspond to: “saRNA only” (lane 1), “saRNA only
incubated at 37 °C for 1 hour (lane 2) and the saRNA-polyplexes incubated with 80 ug HS (lanes 3-6)". For each condition 500 ng saRNA was used. Lane 1
shows naked saRNA stored on ice and lane 2 shows naked saRNA incubated for 1 hour at 37 °C, both serve as positive control. From left to right, lane 3 to
6 show the saRNA-polyplexes with N/P 20, 10, 5 and 1 after incubation with 80 pg HS for 1 hour at 37 °C. Fig. 3 (e) and (f) show the RNase A protection
assay 1. The lane numbers in white correspond to: “saRNA only” as positive control (lane 1), naked saRNA with RNase A (lane 2) and the saRNA-polyplexes
(N/P 5) with increasing amounts of saRNA and constant amounts of RNase A (1 ng) (lane 3.-6.). From left to right, lane 3 to 6 show the saRNA-polyplexes
(N/P 5) with 500 ng, 1 pg, 2 ug and 5 pg saRNA, incubated with 1 ng of RNase A for 30 minutes at 37 °C. Fig. 4 (g) and (h) show the results of the RNase A
protection assay 2, with the red boxes being the areas of interest, i.e. the location of the intact saRNA band. All lanes show a signal originating from
500 ng saRNA. Lane 1 shows “saRNA only” which serves as positive control, lane 2 shows the untreated saRNA-polyplex which serves as negative control.
The composition of the samples (with respect of the order of the compounds) in the next lanes is as follows: RNA + SDS + RNase A (lane 3), RNA + RNase
A + SDS (lane 4), saRNA-polyplex + RNase A + SDS (lane 5), saRNA-polyplex + HS (lane 6), saRNA-polyplex + HS + RNase A + SDS (lane 7) and saRNA-
polyplex + RNase A + SDS + HS (lane 8). Lanes (a) and (b) originate from secondary gels, the composition of the samples is: (a) polyplex + HS and SDS +
RNase A, and (b) saRNA-polyplex + RNase A + HS and SDS. Polyplexes are composed based on N/P 5. All UV-pictures show EtBr bleach agarose gels, with
a detection limit of 10 ng saRNA. A quantification of the released saRNA by densiometric analysis (Fiji) is shown below the pictures as percentages relative
to the "saRNA only” signal.

order of these steps were changed to get a better understanding
of the mechanism of action. First, several agents were tested as

of lane 7 by that of lane 6, resulting in ~70% and ~40%
protection with the same respective polymers (see Fig. 4, 4g and h).

inhibitors of RNase A (Fig. S11 and S12, ESIY).

Addition of sodium dodecyl sulphate (SDS) to naked saRNA
resulted in full (100%) protection from RNase A degradation,
based on the relative intensity of the saRNA band after SDS and
RNase A incubation compared to the naked “saRNA only”’-band
(Fig. S12, ESIY). Interestingly, HS also showed some inhibitory
activity towards RNase A (see Fig. 4, 4g and h, lane 7). Finally,
the amount of released, intact saRNA was compared between
saRNA-polyplexes first incubated with (i) RNase A or (ii) HS +
SDS, followed by incubation with (i) SDS + HS or (ii) RNase A,
respectively. Together with the necessary control samples, this
assay estimated that L-PEl¢y-ran-PPl,o, and L-PPI,s5, protect at
least ~70% and ~50% of saRNA from RNase A degradation,
respectively, with the saRNA band intensity percentage of lane b
divided by the one of lane a (see Fig. 4, 4g and h). This is in line
with the results obtained by dividing the saRNA band intensity

3934 | J Mater. Chem. B, 2024,12, 3927-3946

Thus, L-PEIg,-ran-PPlg, tends to form saRNA-polyplexes that
are the most protective towards saRNA degradation by RNase A.
Furthermore, the enzyme is most likely able to penetrate the
saRNA-polyplexes, but degraded saRNA fragments are not
released or not detectable in the gel, since no saRNA smear
was present in lane 7, a or b, as compared to lane 4 (see Fig. 4,
4¢ and h). Apart from saRNA integrity assessments after RNase
A challenge by gel retardation experiments, it could potentially
be of interest to perform transfections with HS treated saRNA-
polyplexes (released saRNA) as well, similar to the work of
Akhter S. et al.”® This may result in additional evidence that
saRNA integrity is guaranteed upon condensation and release
by our polymers. Despite the transfection experiments already
showed this indirectly. Altogether, L-PEIg,-ran-PPl;q, appears
to be more protective towards saRNA degradation and to result
in somewhat more stable complexes compare to L-PPI,s,.

This journal is © The Royal Society of Chemistry 2024
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Interestingly, this is in line with the RiboGreen data that
confirmed that saRNA-polyplexes based on L-PEIsq-ran-PPl;q,
were the hardest to disintegrate, with HS only being able to
release ~63-66% of the saRNA, compared to ~73-75% saRNA
in case of L-PPI,5,-based polyplexes. These results are some-
what expected as disintegration of L-PPI,s,-based saRNA-
polyplexes is assumed to be more easy, because of the larger
space between the N-atoms, which results in lower charge
density and finally a presumable lower stability compared to
saRNA-polyplexes based on L-PEIg,-ran-PPlio,, despite the
anticipated stronger hydrophobic interaction in L-PPI,s,.
Therefore, these results indicate that in these saRNA-
polyplexes the charge density is of higher importance for
complexation than the hydrophobic interactions. In addition,
both assays showed that the saRNA-polyplexes were never
completely disintegrated by addition of HS, presumably
because the utilized saRNA molecule is very large in size
(9664 nt), resulting in a high negative charge density, making
it difficult for HS to compete for binding with the polymers
(~13 kDa). A challenge of the saRNA-polyplexes with a more
representative mixture of proteins and serum components or
mucus and extracellular matrix components would give us a
more detailed view on their stability and saRNA protection
ability in an in vivo setting.

Switch to a physiologically compatible formulation, ex vivo
toxicity and first in vivo bioluminescent study

In what preceded, the saRNA-polyplexes were prepared in acidic
NaOAc buffer (20 mM, pH 5.2). However, with in vivo admin-
istration and applications in mind, the saRNA-polyplexes (L-
PElg,-ran-PPl; 9, and L-PPI,5,, N/P 10 and 5) were now formu-
lated in HEPES buffer (pH 7.4), since in vivo use of an acidic
buffer is considered inappropriate. First, the influence of the
pH difference on the size and ZP of these saRNA-polyplexes
were measured. We hypothesized that this would increase the
size and decrease the ZP, as a higher pH would result in a less
efficient protonation of the polymers. Consequently, the
reduced amount of positive charges available for electrostatic
interactions would result in larger sized saRNA-polyplexes as
the saRNA would be less condensed. However, the opposite was
true, saRNA-polyplexes in HEPES buffer showed no significant
differences in size or ZP compared to the ones formulated in
NaOAc (Fig. S13 and S14, ESIt). Again, the sizes measured with
NTA tended to be slightly smaller. In a neutral environment,
the polymer charge density may be lower, leading to a greater
contribution of hydrophobic-based interactions to the saRNA-
polyplex formation compared to an acidic environment, where
charge-based electrostatic interactions may predominate.”®°
Alternatively, it is possible that at pH 7.4 there are still
sufficient positive charge to induce a maximal condensation
of the saRNA.

Subsequently, the in vitro transfection efficiency of the
saRNA-polyplexes formulated in HEPES buffer were compared
with saRNA-polyplexes formulated in NaOAc buffer. For this, L-
PEI4o-ran-PPl, o, based saRNA-polyplexes (N/P 5) were prepared
in both buffers and transfected in HeLa cells with OptiMEM

This journal is © The Royal Society of Chemistry 2024
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medium. Remarkably, the nanoparticles formulated in HEPES
buffer outperformed the nanoparticles formulated in the acidic
buffer with a ~8-fold increase in the bioluminescent signal.
Besides a neutral pH, the nanoparticles must also be resistant
to environments with high serum to be suitable for in vivo
applications. Hence, the nanoparticles formulated in NaOAc
were also transfected in serum containing medium, being full
DMEM (10% FBS, 1% P/S). Interestingly, this did not reduce the
transfection efficiency of the L-PEIg-ran-PPl;o, based saRNA-
polyplexes, and they even performed equivalent to the Opti-
MEM condition (see red dots Fig. 5). This illustrates that L-
PElg,-ran-PPl o, is able to transfect the saRNA in serum-
containing medium. Finally, replacing the OptiMEM medium
containing the nanoparticles 4 hours after transfection with full
DMEM medium (shorter transfection time) has no effect on the
transfection efficiency (see pink dots Fig. 5).

Next, the in vivo biocompatibility of the most promising
saRNA-polyplexes was investigated with a haemolysis assay
performed at physiological pH. The saRNA-polyplexes were
prepared in HBG (20 mM HEPES, pH 7.4 with 5% glucose)
buffer, according to N/P ratios of 1, 5 and 10, and were
incubated with fresh pig red blood cells (RBCs) at two different
concentrations, Ze. 20 pg and 20 ng complexed saRNA per
5.37 x 10° RBCs per mL. The highest saRNA/RBC ratio reflected
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Fig. 5 Bioluminescent signals of in vitro saRNA-polyplex transfections
with L-PElgg-ran-PPlygg in Hela cells. Cells (exposed to OptiMEM or full
DMEM) were transfected with L-PElgg-ran-PPligp-based saRNA-
polyplexes (N/P 5) containing 500 ng saRNA per well (24 well-plate).
Polyplexes were formulated in HEPES (20 mM, pH 7.4; orange dots) or
NaOAc (20 mM, pH 5.2). The graph shows data 24 hours after transfection,
medium was not changed except for the pink dots, here OptiMEM medium
was replaced by full DMEM/10% FBS 4 hours after transfection. Data was
obtained with the VIS Lumina Ill (Total Flux [p/s]). Each circle represents
one well of the 24 well-plate (N = 4), the line represents mean + SEM.
*indicates significance of p < 0.05, **indicates significance of p < 0.01,
***indicates significance of p < 0.001, ****indicates significance of p <
0.0001. All conditions were compared to each other with one-
way ANOVA, after log-transformation of the obtained data and testing
for normality. Adjustment for multiple comparisons was performed
using Tukey's multiple comparisons test. Abbreviations: NTF = non-
transfected cells.
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the in situ situation immediately after IV administration
(“administration phase”), while the lowest ratio represented
the situation in which nanoparticles had already been distrib-
uted throughout the whole circulatory system (‘“distribution
phase”). After 1 hour of incubation, a significant haemolysis
(35%) was noticed with the L-PEI4,-ran-PPI;qy-based polyplexes
with N/P 10 in the administration phase (see Fig. 6(a)). In the
distribution phase, the same saRNA-polyplex resulted in a very
low haemolytic activity of 0.15% (see Fig. 6(b)). Since, an in vitro
haemolytic activity of less than 10% is considered to be non-
haemolytic and percentages above 25% to be haemolytic,®*
saRNA-polyplexes with N/P 5 and 1 can be recognized as safe
in both the “administration” (20 pg saRNA) and “‘distribution”
(20 ng saRNA) phases, for both L-PEIy-ran-PPI;oo and L-PPI,5,.
An explanation for the higher haemolysis with increasing N/P
ratio is most likely the presence of higher amounts of free
cationic polymer at higher N/P ratios. Indeed, previous studies
have demonstrated that polyplexes exhibit a dynamic equili-
brium between free polymer and polymer in the polyplexes,®>
and that the actual N/P ratio within polyplexes does not usually
exceed 2, despite their typical formulation at N/P ratios of 10 or
greater.®®#! Consequently, this implies that at high N/P
ratios substantially higher amounts of free cationic polymer
are present, which potentially can cause toxicity.

In conclusion, although no clear trend could be derived
from the cell viability assays as to which polymer is the least
toxic, the haemolysis assay points out that the polymer with the
highest PPI content (L-PPI,s,) exhibits the lowest toxicity
towards the erythrocytes. This is in line with the hypothesis
that a lower charge density reduces cytotoxicity.®°** The cyto-
toxicity assay and the haemolysis assay both demonstrated that
saRNA-polyplexes prepared at N/P ratio 5 and 1 induce less
toxicity compared to N/P of 10.
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Fig. 6 Ex vivo haemolysis (%) of the polyplexes composed of saRNA
complexed with L-PElgg-ran-PPligg or L-PPlyso. Panel (a) shows the
“administration phase” where RBCs were incubated with 20 pg saRNA
formulated in polyplexes, graph (b) presents the “distribution phase” where
20 ng saRNA-polyplexes were used. RBCs were derived from fresh pig
blood. Spectrophotometric read-out was performed with the TECAN
plate-reader at 600 nm. Each box represents the minimum and maximum
spectrophotometric values based on the absorbance of 4 wells per
condition (n = 4), compared to the negative (HBG) and positive (Triton
X-100) control. *indicates significance of p < 0.05, **indicates signifi-
cance of p < 0.01, ***indicates significance of p < 0.001, ****indicates
significance of p < 0.0001. All means were compared to each other with
one-way ANOVA, after testing for normality. Adjustment for multiple
comparisons was performed using Tukey's multiple comparisons test in
GraphPad Prism 8.4.3.
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Finally, when the saRNA-polyplexes could be considered safe
for in vivo administration, the in vivo efficiency of the novel L-
PEIy-ran-PPl,o, (co)polymers as carriers for saRNA delivery (N/
P 1 and 5) was investigated and compared with a p-Lin-MC3-
DMA-based saRNA-LNP (MC3-LNP), during a preliminary study
(see Fig. 7, graph (a) and panel (b)). This study was conducted
using luciferase encoding saRNA and in vivo optical imaging.
We chose to use the MC3-LNP as reference, since this ionizable
lipid was commercially available and is proven safe, as it is used
in the approved siRNA-drug Patisiran. This preliminary study
shows that, compared to the MC3-LNP, the L-PEIgq-ran-PPL;q,-
based saRNA-polyplexes (N/P 1 and 5) are less efficient with
regard to peak luciferase expression during the first 3 days.
However, from that day on, the MC3-LNP tends to maintain an
expression plateau up to day 7, which was not statistically
significant higher compared to the polymer carrier, starting
from day 4 after injection. After this plateau, the expression
gradually decreases to background level. The expression profile
of L-PEI¢y-ran-PPl,4, shows a slow increase up to day 7 and
exceeds the bioluminescent signal of the MC3-LNP at day 14.
Remarkably, from that day on, a constant signal persists at least
until day 21 after injection.

Based on these promising results, a similar, more extensive
in vivo bioluminescence study was performed to compare
the in vivo efficiency of L-PEIs,-ran-PPl,o, and L-PPI,5, (N/P 1,
5 and 10). Here, naked saRNA was included as negative control
and L-PEI,5, and in vivo-JetRNA (the only commercial available
in vivo mRNA carrier at the moment of the study) as positive
controls (see Fig. 7, panel (c) and graphs (d)-(g)). All considered
carriers show statistically significant higher bioluminescent
signals compared to naked saRNA, except in vivo-JetRNA™,
despite following the manufacturers protocol (see Fig. 7, graphs
(d)-(g)). The latter, lipid-based, commercial in vivo carrier was
used, in the absence of a commercially available LNP for
saRNA. Only a relatively low signal from day 1 until day 18
could be distinguished after IM administration of saRNA-
nanoparticles formulated with this in vivo carrier. Potentially,
this is the first time in vivo-JetRNA™ was used in combination
with saRNA, and more specifically cellulose-purified saRNA.
This purification method was performed since it is crucial in
removing dsRNA, which otherwise causes detrimental cytokine
production following in vivo administration of saRNA.*® Naked
saRNA results in a low, but relatively stable expression between
day 4 and 14, next the signal steadily decreases until reaching
background signal on day 18.

Regarding the saRNA-polyplexes, this second in vivo study
revealed two trends. First, the relatively high in vivo transfection
efficiency of L-PElgy-ran-PPlg, is confirmed here, with ~20-
200 times higher bioluminescent signals compared to naked
saRNA (Fig. 7, graph (d)). In addition, L-PEI4,-ran-PPI,4¢-based
saRNA-polyplexes result in higher luciferase expression profiles
compared to the L-PPI,5o-based saRNA-polyplexes, which is in
line with the in vitro transfection data. In case of L-PElg,-ran-
PPl 4, saRNA-polyplexes with N/P 10 show statistically signifi-
cant (p < 0.0001) higher signals compared to naked saRNA,
starting from day 3 until day 10 after IM administration, while

This journal is © The Royal Society of Chemistry 2024
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Fig. 7 Timeline and results (preliminary) in vivo bioluminescence study in BALB/cJRj mice. Graph (a) and picture (b) show the bioluminescent signals
(Total Flux [p/s]) of a preliminary study, during which 1 pg firefly luciferase coding saRNA was administered (IM) in the hindlimbs of three 8 week-old
BALB/cJRj mice (N = 3). Graph (a) the saRNA was either complexed with L-PElgo-ran-PPligg (N/P 1 or 5) (purple) or with lipids (LNP, based on the p-Lin-
MC3-DMA ionizable lipid, N/P 10) (Oda, #119). Datapoints represent the average of the signals measured from the front and the back. Panel (b) shows the
IVIS picture of two mice 7 days after injection of saRNA with L-PElgg-ran-PPligo (N/P 1 (left leg) or N/P 5 (right leg)). Panel (c) demonstrates the timeline of
the in vivo bioluminescence study with six mice/"treatment”. Mice were again IM injected with 1 ug saRNA per leg (N = 6). Graphs (d)-(f) show the
bioluminescent signals (Total Flux [p/s]) after injection of naked saRNA (‘red’) compared to the signals after injection of saRNA complexed with L-PElgo-
ran-PPligo (purple), L-PPloso (blue) and L-PEl,sq (pink) (N/P 10, 5 and 1), respectively. The green panels represent the days of significant differences
between groups (for more details: ESIT). Graph (g) shows data obtained after IM injection of saRNA complexed with In vivo-jetRNA™, a commercial mRNA
delivery agent. Datapoints represent the average signals measured from the back. All data was obtained with the IVIS Lumina lll, 12 minutes after SC
injection of p-luciferin and anesthesia via isoflurane aerosol. The dashed black line represents background signal. * indicates significance of p < 0.05, **
indicates significance of p < 0.01, *** indicates significance of p < 0.001, **** indicates significance of p < 0.0001. All means were compared to each
other with one-way ANOVA (a) (each day separately) or with two-way ANOVA (b) (matched values over time), after log-transformation of the obtained
data and testing for normality. Adjustment for multiple comparisons was performed using Tukey's multiple comparisons test in GraphPad Prism 8.4.3.
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AUC bioluminescence study

Fkokk

Fig. 8 Area Under Curve (AUC) in vivo bioluminescence. Data was
obtained with the IVIS Lumina Ill (Total Flux [p/s]). * indicates significance
of p < 0.05, ** indicates significance of p < 0.01, *** indicates significance
of p < 0.001, **** indicates significance of p < 0.0001. All means were
compared to each other with one-way ANOVA after testing for normality.
Adjustment for multiple comparisons was performed using Tukey's multi-
ple comparisons test in GraphPad Prism 8.4.3.

L-PPI,5,-based saRNA-polyplexes with N/P 1 only showed minor
statistically significant (p = 0.0010) higher signals compared to
naked saRNA 10 days after IM injection. Noteworthy, L-PEIy-
ran-PPI,-based polyplexes prepared at N/P 1, show high in vivo
efficiency which is in contrast with the in vitro results. Second,
unlike the MC3-LNP (from the first in vivo study), the saRNA-
polyplexes induce a gradual increase in saRNA expression and
reach plateau expression after 3-4 days, that persists for about
10-14 days (in case of L-PPl,5, and L-PEl,s5,), which is a
significantly longer plateau period compared to the MC3-LNP.
This highlights the sustained expression profile of L-PPI,s5, in
particular, with the longest relevant expression that lasted at
least for 35 days after IM injection, when formulated with
saRNA according to a N/P ratio of 1.

The area under the curve (AUC) of the bioluminescence data
from the second study was also calculated, these data consider
the total/overall saRNA expression over the 35-day period. This
data suggests that L-PEIso-ran-PPl, 4, causes the overall greatest
saRNA expression when complexed with saRNA in a N/P ratio of
1, as it shows a statistical significant (p < 0.0001) higher AUC
compared to 8 of the other conditions (see Fig. 8). This is
remarkable given the absence of saRNA expression in in vitro
transfections. Furthermore, the data of the same polymer with
N/P 10 shows comparable results, and the N/P 5 results in the
lowest AUC within these saRNA-polyplexes, which is also in
contrast with the in vitro data. The AUC of the three L-PPI,5,-
based saRNA-polyplexes are very similar to each other. Linear-
PEI,5, at N/P 5 results in the smallest, although greater AUC
compared to naked saRNA. The ultimate smallest AUC value
was obtained by In vivo-JetRNA™.

Conclusions

Only a limited number of polymer-based carriers are successful
in delivering saRNA, so this research is of great importance in
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the search for new and more efficient polymers.®® In this study,
CROP of 2-oxazolines and 2-oxazines followed by acidic hydro-
lysis was used to synthesize L-PEI-ran-PPL, random copolymers
and the corresponding homopolymers with a molecular weight
of ~15 kDa and DP250. The polymers were tested as non-viral
carriers for saRNA revealing that particularly two polymers, i.e.
L-PEIgo-ran-PPl;9, and L-PPI,s5,, outperformed the in vitro gold
standard, lipid-based carrier Lipofectamine MessengerMAX™,
both with regard to transfection efficiency as well as cell
viability. Moreover, the saRNA-polyplexes prepared at N/P ratio
5 did not induce cytotoxicity when transfected in humane cell
lines (HeLa and HepG2) during a short period of time. These
saRNA-polyplexes were fully characterized and had a small size
(~70-100 nm), a positive zeta potential (~40 mV), a complete
complexation/binding of the saRNA, a partial protection
against high doses of RNase and a good hemocompatibility.
Together, this indicates their high potential as in vitro carriers.

The in vivo study taught us that saRNA-polyplexes based on
the L-PEIg,-ran-PPl, o, copolymer were the most efficient, how-
ever, they are still less efficient than Dlin-MC3-DMA LNPs with
regard to peak luciferase expression. Interestingly, the saRNA-
polyplexes, and especially these based on the L-PPI,5, polymer
trend to induce a longer saRNA expression compared to (MC3-)
LNPs. The somewhat lower saRNA expression obtained with
our polyplexes relative to saRNA-LNPs does not necessarily
mean that our polymers should not be considered for e.g,
vaccine purposes, since the linear relationship between protein
expression and immunogenicity is not necessarily true.”®

Remarkably, saRNA-polyplexes with N/P 10 and N/P 1, of
which the latter did not result in relevant in vitro transfection
efficiencies, demonstrated the highest luciferase expression
and. Therefore, these N/P ratios are considered the most
interesting for in vivo applications. Based on this and since
the best in vitro performing saRNA-polyplexes with N/P 5
showed the lowest in vivo saRNA expression within all polymer
groups, in vivo postulations based on in vitro data are not
always true.

In our future studies we plan to include other administra-
tion routes and polymers with different molecular weights and
architectures. Additionally, more in-depth metabolization, toxi-
city and stability studies based on e.g., ROS production, com-
plement cascade activation and long-term storage at sub-zero,
refrigerator and room temperatures (with or without cryopro-
tectants and freeze-drying) are planned to gain more under-
standing about the behaviour and application potential of our
(co)polymer-based carrier platform.

Experimental
Materials

All reagents were obtained from commercial sources and used
without further purification unless stated otherwise. 2-Ethyl-2-
oxazoline was kindly provided by Polymer Chemistry Innova-
tions and distilled over barium oxide under reduced pressure
prior to use. Acetonitrile and dichloromethane were dried in a

This journal is © The Royal Society of Chemistry 2024
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solvent purification system (Pure Solv EN, Innovative Technol-
ogy). Dried acetonitrile was further distilled (from barium oxide
in the presence of ninhydrin) before use as a polymerization
solvent. 37% Hydrochloric acid (HCI), anhydrous magnesium
sulphate and Spectra/Por 6 dialysis membrane (3.5 kDa mole-
cular weight cut-off) were obtained from fisher scientific. All
other chemicals, including isobutyronitrile (99%), 3-amino-1-
propanol (>99%), dichloromethane (99%), zinc acetate dihy-
drate (>98%), methyl tosylate (98%, distilled over barium
oxide and stored under argon), deuterated chloroform (CDCls;
99.8%), deuterated water (D,0; 99.9%) and benzophenone
(99%) were purchased from Sigma-Aldrich.

Synthesis of 2-isopropyl-2-oxazine (‘PrOzi)

The monomer, 2-isopropyl-2-oxazine (‘PrOzi) was synthesized
by a standard procedure®® in which isobutyronitrile (200 mL;
2.238 mol; 1 equiv.) and zinc acetate dehydrate (catalyst;
14.67 g; 66.85 mmol; 0.03 equiv.) were heated to 127 °C under
reflux conditions. 3-Amino-1-propanol (190 mL; 2.495 mol; 1.12
equiv.) was then added into the reaction mixture dropwise and
the resulting mixture was refluxed at 127 °C. After a reaction
time of ~72 h, the reaction mixture was allowed to cool to
room temperature, and 450 mL dichloromethane (DCM) was
added. The organic phase was washed with water (3 x 350 mL)
and with brine (1 x 350 mL). The organic layer was then dried
over magnesium sulfate and evaporated under reduced pres-
sure resulting in crude 2-isopropyl-2-oxazine (‘PrOzi). The
iPrOzi monomer was further purified by repeated distillation
over BaO and a final distillation over metallic sodium/benzo-
phenone. The resulting colourless viscous liquid monomer was
stored under argon atmosphere (yield: ~50%). The monomer
structure and purity were confirmed via 'H NMR spectroscopy.

"H NMR (400 MHz; CDCl;) § (ppm): 4.10 (2H, t, OCH,), 3.36
(2H, t, NCH,), 2.32 (1H, m, CH3;CHCH;), 1.83 (2H, m,
OCH,CH,CH,N), 1.08 (6H, d, CH;CHCHj).

Synthesis of poly(2-isopropyl-2-oxazine) [P*PrOzi(DP250)]
homopolymer

The cationic ring-opening polymerization (CROP) technique
was used to synthesize the polymer. The polymerization was
performed in a capped microwave vial in a single-mode micro-
wave Biotage Initiator Sixty (IR temperature sensor) (Biotage,
Uppsala, Sweden). The sample was prepared in a VIGOR Sci-Lab
SG 1200/750 glovebox system with obtained purity levels below
1 ppm, both for water and oxygen content. 'PrOzi monomer
(1.5 mL; 11.45 mmol), MeOTs initiator (7 puL; 0.046 mmol) and
3 mL CH;CN were added in the 2-5 mL glass microwave vial and
capped inside the glove box. The theoretical molar ratios of
monomer and initiator was as follows: [PrOzi][MeOTs] =
250:1. The vial was removed from the glovebox and placed in
the microwave reactor to be heated at 140 °C for 4.30 h.
Subsequently, the polymerization was terminated by the addi-
tion of a potassium hydroxide solution (0.5 M in methanol,
0.1 mL). The resulting polymer was isolated by precipitation in
cold diethyl ether. The precipitate was filtered, washed three
times with cold diethyl ether and dried in a vacuum oven at
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40 °C. The white amorphous solid polymer was analysed
through "H NMR spectroscopy and size-exclusion chromato-
graphy (SEC). The latter resulted in a molecular weight (M) of
33.5 kDa and dispersity (P) of 1.17.

'H NMR (300 MHz; CDCl;) 6 (ppm): 3.37 (4H, b,
NCH,CH,CH,), 2.70 (1H, b, NCOCH(CH;),), 1.80 (2H, b,
NCH,CH,CH,), 1.07 (6H, b, NCOCH(CHj),).

Synthesis of poly(2-ethyl-2-oxazoline)-random-poly(2-isopropyl-
2-oxazine) (L-PEtOxgo-ran-PiPrOzi,o,) copolymers

Ilustrative procedure for the PEtOX(DP60)-ran-P'PrOzi-
(DP190) copolymer. For the other copolymers, the amount of
monomers were varied. CROP was also followed here to prepare
the precursor copolymer. Typically, 1 mL 'PrOzi (7.67 mmol),
0.245 mL EtOx (2.4 mmol) and 2.4 mL CH;CN were added in
2-5 mL glass reactor vial inside the glove box. 6 uL MeOTs
(0.040 mmol) initiator was added into the vial to achieve a total
DP of 250 and the polymerization was carried out at 140 °C in a
microwave reactor for 1.40 h. The theoretical molar ratios of
reactants were as follows: ['PrOzi]/[EtOx]/[MeOTs] = 190:60: 1.
The polymerization was terminated by the addition of a potas-
sium hydroxide solution (0.5 M in methanol, 0.1 mL). Dichlor-
omethane was added to dilute the polymerization mixture and
the copolymer was isolated by triple precipitation/reprecipita-
tion from cold diethyl ether and was dried in a vacuum oven at
40 °C. The copolymer was further purified by dialysis against
distilled water for one day using a membrane (molecular weight
cut-off of 3.5 kDa) and was obtained as white amorphous/
powdery solid by evaporating the water in a lyophilizer (yield
~70%). The copolymer was characterized through 'H NMR
spectroscopy and the compositions of the copolymer was
determined/confirmed from the integration of the appropriate
signals (signals at 2.75 and 2.25 ppm for the P'PrOzi and PEtOx
segments, respectively) in the "H NMR spectrum (see Fig. 1).
Molecular weight (M,,) and dispersity (D) of the polymer was
analysed from SEC and were found to be 29.0 kDa and 1.14,
respectively.

'"H NMR (300 MHz; CDCl;) § (ppm): 3.37 (8H, b,
NCH,CH,CH,N and NCH,CH,N), 2.72 (2H, b, NCOCH(CHj,),),
2.25 (2H, b, NCOCH,CHj,), 1.79 (2H, b, NCH,CH,CH,), 1.06
(9H, b, NCOCH(CH3), and NCOCH,CHj).

Synthesis of poly(propyleneimine) [PPI(250)] homopolymer

The precursor ([P'PrOzi(DP250)]) homopolymer (~300 mg) was
dissolved in aqueous hydrochloric acid (~ 18 wt%, 15 mL) and
heated for 6 h at 127 °C in a microwave reactor. The solvents
and acids were evaporated under reduced pressure at high
temperature (~80 °C). The crude product was then dissolved
in distilled water and purified by dialysis against distilled water
using a dialysis membrane (molecular weight cut-off of 3.5 kDa)
and recovered by lyophilizing to obtain the PPI(250) copolymer
as white solid (~175 mg; yield 80%). The PPI(250) was char-
acterized through 'H NMR spectroscopy and aqueous SEC
(M, = 44 kDA, and D = 1.38).

'"H NMR (300 MHz; D,0) ¢ (ppm):
NHCH,CH,CH,), 2.07 (2H, b, NCH,CH,CH,).

3.12 (4H, b,
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Synthesis of poly(ethylenimine)-random-poly(propyleneimine)
(L-PEI¢y-ran-PPl,4,) copolymers

Illustrative example for the PEI(DP60)-ran-PPI(DP190) copo-
lymer. Controlled acidic hydrolysis of the precursor PEtOx(60)-
ran-PiPrOzi(190) copolymer was also performed to obtain the
L-PEIg-ran-PPl,9, copolymer. Typically, 510 mg of precursor
copolymer was dissolved in aqueous hydrochloric acid
(~18 wt%, 15 mL) and heated for 7 h at 127 °C in a microwave
reactor. The solvents and acids were then evaporated under
reduced pressure at high temperature (~80 °C). The crude
copolymer was then dissolved in distilled water and purified by
dialysis against distilled water using membrane (molecular
weight cut-off of 3.5 kDa) and recovered by lyophilizing to
obtain L-PEIg,-ran-PPl;o, copolymer as white solid (~350 mg;
yield 80%). The L-PEIg,-ran-PPlo, was characterized through
"H NMR spectroscopy and the mol% of PEI/PPI in the copoly-
mer was determined/confirmed from the integration of the
appropriate signals in the "H NMR spectrum (see Fig. 1). For
example, L-PEIq,-ran-PPl,q, exhibited signals at J(b) 3.03 ppm
for the methylene protons (NHCH,CH,CH,) of the PPI units
and at d(a) 3.34 ppm for the methylene protons (NHCH,CH,) of
PEI units (see Fig. 1). The appropriate DP of PEI and PPI units
was then determined from the ratio of integrated intensities of
these two well-resolved signals and was found to be 60 and 190,
respectively. The copolymer was also analysed through SEC (in
aqueous medium) resulting in a M,, of 33 kDa, and P of 1.25.

'H NMR (300 MHz; D,0) d (ppm): 3.34 (4H, b, NHCH,CH,
from PEI) 3.03 (4H, b, NHCH,CH,CH, from PPI), 1.98 (2H, b,
NCH,CH,CH, from PPI).

Characterization of polymers

A Bruker Avance 300 MHz Ultrashield or Bruker Avance II
400 MHz were used to measure 1H-nuclear magnetic resonance
(*H NMR) spectra at room temperature to characterize the
monomer and (co)polymers. The chemical shifts (0) are given
in parts per million (ppm) relative to tetramethylsilane. The
compositions of the L-PEtOxeo-ran-PiPrOzi oo and L-PElg,-ran-
PP, 4, copolymers were also determined from the integration of
the appropriate signals in the "H NMR spectra (see Fig. 1). Size-
exclusion chromatography (SEC) was used to determine the
molar masses (M,,: weight-averaged molar mass, M,: number-
averaged molar mass) and the dispersity (P = M,,/M,,) of the
prepared polymers. The molecular weights of PEtOxg,-ran-
P'PrOziy o, and P'PrOzi,s, copolymers were determined by SEC
using an Agilent 1260-series HPLC system equipped with a
1260 online degasser, a 1260 ISO-pump, a 1260 automatic
liquid sampler," a thermostatic column compartment (TCC)
set at 50 °C equipped with two PLgel 5 pm mixed-D columns
(7.5 mm x 300 mm) and a precolumn in series, a 1260 diode
array detector (DAD) and a 1260 refractive index detector (RID).
The used eluent was N,N-dimethyl acetamide (DMA) containing
50 mM of LiCl at a flow rate of 0.500 mL min~'. The spectra
were analyzed using the Agilent Chemstation software with the
GPC add on. Molar mass values and molar mass distribution,
i.e. dispersity (P) values were calculated against narrow
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disperse poly(methyl methacrylate) (PMMA) standards from
PSS. SEC system with aqueous medium as eluent was also
employed to measure the molar mass distributions of L-PEL-
ran-PPIL, and L-PEI,5, as the polymers are insoluble in DMA.
This was performed on an Agilent 1260-series HPLC system
equipped with an online PSS degasser, a 1260 ISO-pump, a 1260
automatic liquid sampler (ALS), a 1261 thermostatic column
compartment (TCC) at 35 °C equipped with two PSS Novema
Max 5 pm columns and a precolumn in series, a 1262 diode
array detector (DAD) and a 1290 refractive index detector (RID).
The used eluent was methanol-sodium acetate buffer contain-
ing 0.1 M NaNOj; at a flow rate of 0.500 mL min~". The spectra
were analyzed using the Agilent Chemstation software with the
GPC add on. Molar mass and P values were calculated against
PEG standards from PSS. The polymerizations of EtOx and
iprozi were performed in glovebox-filled capped vials in a single
mode microwave Biotage initiator sixty (IR temperature sensor).
Lyophilisation was performed on a Martin Christ freeze-dryer,
model Alpha 2-4 LSC plus.

SaRNA synthesis and silica purification

Luciferase coding saRNA was produced by in vitro transcription
(IVT). The pTK160 plasmid,'® containing a T7 promotor fol-
lowed by the template, was isolated using the MidiPrep Spin
Plus Kit (Qiagen, Hilden, Germany, #12943) and digested with
the I-Scel enzyme (New England Biolabs, Ipswich, Massachu-
setts, USA, #R0694S) to produce linear template. Digested DNA
was purified using the Wizard DNA Clean-up system (Promega,
Madison, Wisconsin, USA, #A9281) and 1 pug was loaded on 1%
agarose gels to confirm complete digestion. IVT was performed
using the MEGAScript T7 Transcription Kit (Thermo Fisher
Scientific, Waltham, Massachusetts, USA, #AM1334), according
to the manufacturer’s instructions. Next, the pDNA template
was degraded by TURBO DNase™, provided in the MEGAScript
T7 Kkit, according to manufacturer’s protocol. The RNA was
purified using the RNeasy Mini Kit (Qiagen, Hilden, Germany,
#74104), capped enzymatically using the ScriptCap Cap 1 Cap-
ping System (CellScript, Madison, Wisconsin, USA, #C-
SCCS1710) and purified again. The concentration and quality
of RNA preparations was determined spectrophotometrically
using a NanoDrop ND-1000 (Thermo Fisher Scientific, Wal-
tham, Massachusetts, USA) and RNA integrity was analyzed by
agarose gel electrophoresis on a 1% gel.

Cellulose-based purification of saRNA

For the in vivo experiments, the luciferase encoding saRNA was
purified by the earlier described cellulose-based purification,>
after IVT, capping and silica based purification. This purifica-
tion method was used to remove dsRNA by-product and was
performed as described previously.>®

Polymer-based nanoparticle (polyplex) formulation

A polymer solution was established by dissolving the polymers
in 20 mM NaOAc (pH 5.2) at a concentration of 2 mg mL ™" this
solution was aliquoted and stored at —20 °C. Freeze-thaw
cycles were limited to five. SaRNA-polyplexes were formulated

This journal is © The Royal Society of Chemistry 2024
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in one step by adding an equal volume of the saRNA solution to
the polymer solution and pipetting 8 times up and down (both
solutions diluted in either 20 mM NaOAc, pH 5.2 or in 20 mM
HEPES, pH 7.4), followed by a 30 minute incubation at room
temperature. The saRNA concentration was kept constant
(25 ng saRNA per pL polyplex) and a polymer dilution series
was constructed according to the desired N/P ratio’s (N: mole of
cationic nitrogen atoms in the polymer structure; and P: mole
of anionic phosphates in the saRNA molecule). For in vivo
administration, at the day of injection the saRNA solution
and the polymer solutions were formulated in a 20 mM HEPES
buffered glucose (5% w/v) (HBG) solution according to the
desired N/P ratio.

LNP formulation

MC3-LNPs were formulated by adding an ethanolic lipid
solution to an aqueous saRNA solution (7.5 mM NaOAc bulffer,
pH 4.5) under rapid mixing with vigorous stirring. The etha-
nolic solution contained the ionizable lipid p-Lin-MC3-DMA,
cholesterol, DOPE and DMG-PEG 2000 at a molar ratio of
50:38.5:10:1.5, and the lipids were added to the saRNA
according to a N/P ratio of 10. Subsequently, the saRNA-MC3-
LNPs were subjected to overnight dialysis in a dialysis cassette
(Thermo Scientific, Rockford, U.S.A) against DPBS (1x, pH 7.4,
no calcium, no magnesium) according to manufacturer’s guide-
lines, to remove ethanol. The saRNA-MC3-LNP formulations
were then adjusted to 20 ng pL ™" of saRNA.

Cell culture, in vitro transfection of saRNA-polyplexes and
bioluminescent imaging

HeLa cells (a kind gift from prof. dr Daisy Vanrompay), C2C12
cells and HepG2 cells (ATCC, Virginia, US) were cultured in
Dulbecco’s Modified Eagle Medium (DMEM; Thermo Fisher
Scientific, Waltham, Massachusetts, USA), containing 10% heat
inactivated fetal bovine serum (FBS) (Biowest, Nuaillé, France)
and 1% penicillin/streptomycin (P/S) (Thermo Fisher Scientific,
Waltham, Massachusetts, USA). One day before transfection,
5 x 10%/500 uL HeLa cells, 4 x 10* C2C12 cells or 1 x 10° HepG2
cells were seeded in each well of 24-well plates to obtain 70-80%
confluency. Cells were washed with 1x DPBS and transfected with
saRNA-polyplexes (500 ng saRNA) in Opti-MEM or full DMEM (ie.,
with 10%FBS and 1% P/S). After 4 hours the medium containing the
complexes was either replaced or not by full DMEM medium.
Twenty-four hours after transfection, the medium was replaced,
cells were washed with 1x DPBS and trypsinized. During the
10 minute trypsinization, cells were incubated at 37 °C and after-
wards neutralized with full DMEM medium. Part of the neutralized
cell suspension (36%) was transferred to a black 96-well plate. A p-
luciferin solution (50 mg ml™; 1/10 dilution) was added to each well
with transfected cells, and left to incubate at 37 °C for 10 minutes.
Subsequently, the bioluminescent signal was measured using the
IVIS lumina I (Xenogen Corporation, Alameda, California, US).

Cell viability assay

Cell viability after transfection experiments was determined
using the Cell Proliferation Reagent WST-1 (2-(4-iodophenyl)-3-
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(4-nitrophenyl)-5-(2,4-disulfophenyl)-2 H-tetrazolium, monoso-
dium salt) (Abcam, Cambridge, UK). After trypsinization, 36%
of the volume was transferred to a clear 96 well-plate and WST-1
solution was added according to the manufacturer’s instruc-
tions (1/10 dilution). After 30 minutes of incubation at 37 °C,
the absorbance at 450 nm (660 nm reference) was determined
using the EZ Read 400 microplate reader (Biochrom, Cam-
bridge, UK). The measurement was repeated after 1 hour,
2 hours, 3 hours and 4 hours of incubation. To correct for the
background signal, the WST-1 reagent was added to DMEM
only. Cells from non-transfected (NTF) wells were used as
positive control. Viability graphs show the percentage of cell
viability (%) (see formula below) based on the measured
absorbance before reaching saturation.
Calculation:

OD sample

x 100
Mean ODpositive control

% cell viability =

Particle size and zeta-potential analysis

The particle size (hydrodynamic diameter (DH), Z-average) and
zeta potential (ZP) of the saRNA-polylexes were measured using
the Zetasizer Nano-ZS (Malvern Instruments, Malvern, UK). For
the size measurements, 400 pL samples were made in either
NaOAc buffer (pH 5.2, 20 mM) or HEPES bulffer (pH 7.4, 20 nM)
(25 ng uL ™' saRNA) and loaded into a disposable semi-micro
polystyrene cuvette (BRAND, Wertheim, Germany). These mea-
surements are based on the principle of Dynamic Light Scatter-
ing (DLS) using a laser beam of 632.8 nm and a detector at a
scattering angle of 93°.

ZP measurements were performed with samples at a concen-
tration of 10 ng pL~" saRNA loaded in a folded capillary cell
(polystyrene) cuvette (Malvern Panalytical, Malvern, UK). Both
size and ZP measurements were conducted at 25 °C, with the
following settings: dispersant ‘water’, with viscosity 0.8872 cP,
refractive index of 1.33, and dielectric constant of 78.5.

The size of the saRNA-polyplexes was also determined with a
NanoSight NS300 (Malvern Panalytical, Malvern, UK). To that
end the saRNA-polyplex samples were diluted with NaOAc
(20 mM, pH 5.2) or HEPES (20 mM, pH 7.4) to concentrations
ranging from ~10-40 particles per frame or ~ 2-7 X
10" particles per mL, corresponding to concentrations of
0.25-0.5 pug mL™"' saRNA. The samples were loaded with a
syringe pump (speed 50), irradiated by a 488-nm laser and
visualised by a high-sensitivity SCMOS camera. The resulting
experiment recordings were analysed using Nanoparticle
Tracking Analysis (NTA')[1] 3.4 Build 3.4.003 software (Malvern
Instruments) after capture in script control mode (3 recordings
of 60 s per measurement). In total ~1500 frames were created
per sample to determine the size of the saRNA-polyplexes.

Electrophoretic mobility shift assay (EMSA), heparin
competition assay and RNase a protection assay

An electrophoretic mobility shift assay (EMSA) or gel retarda-
tion assay was performed to assess the complexation status of
the saRNA-polyplexes. To that end, the saRNA-polyplexes were
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formulated in NaOAc buffer as described earlier (see Polyplex
Formulation). Next, 1% (w/v) agarose gels containing 1% (v/v)
bleach (NaClO) were made in tris-borate-EDTA (TBE) buffer
(0.045 M tris-borate and 0.001 M EDTA, pH 8.3). After homo-
genization, the mixtures were heated to melt the agarose
and then cooled before adding ethidium bromide (EtBr)
(10 mg mL™") to a final 0,02% concentration. Next, the gels
were poured into the mold and allowed to cool and set for at
least 15 minutes at room temperature. Before loading the
saRNA-polyplexes (500 ng saRNA), (10x) loading buffer (50%
(w/v) sucrose in 20 mM HEPES buffer pH 7.4) was added to
allow for RNA sedimentation in the wells. RNase-free water was
added to all samples and to obtain identical total sample
volumes. A 1 kb+ DNA-ladder (Thermo Fisher Scientific, Mas-
sachusetts, USA) and/or free saRNA, made with the same stock
solution, were also loaded on the gels to identify the location of
the free saRNA band. Absence of this band represents retention
of the saRNA by the polymer. After loading the gel was run at
100 V for 30-35 minutes. Afterwards, the gel was exposed to UV
light and images were taken and analysed with Fiji software.

To assess the strength of the saRNA-polyplexes, a Heparin
competition assay was performed. To that end, 20 pl saRNA-
polyplexes containing 500 ng saRNA were incubated during
1 hour at 37 °C with 1 pL of a 80 mg mL ™" heparin sodium (HS)
dissolved in RNase-free H,O. After incubation the samples were
analysed by agarose gel electrophoresis as described above.

The level of protection of the saRNA against nuclease
degradation was investigated using in-house RNase A Protec-
tion Assay. During this assay saRNA and saRNA-polyplexes were
exposed to RNase A (1 pL, 1 ng uL. ') (Thermo Fisher Scientific,
Waltham, Massachusetts, USA) for 30 minutes at 37 °C, before
or after the addition of 80 pg HS and/or 15% (w/v) SDS. In this
experiment 15% SDS dissolved in RNase-free water was used as
RNase A inhibitor. Subsequently, the samples were loaded on
an agarose gel, run and analysed as described above.

RiboGreen assay

The amount of unbound or loosely surface bound saRNA and
the amount of released saRNA after HS exposure was also
quantified by using the Quant-iT™ Ribogreen RNA reagent
and kit (Invitrogen, Massachusetts, US). This also allowed us
to calculate the encapsulation efficiency (%EE) of the two best
performing polymers (L-PElg,-ran-PPI, o, and L-PPL,s5,). For this
assay, saRNA-polyplexes with a N/P ratio of 10 and 5 were
formulated in 20 mM NaOAc buffer (pH 5.2), as described
previously. The HS mediated saRNA release from the polymers
was established by incubating the saRNA-polyplexes (20 pL,
500 ng saRNA) with HS (80 pg) for 1 hour at 37 °C (see Heparin
Competition Assay). Next, all samples were 1/25 diluted in 1x
TE buffer (10 mM tris-HCl, 1 mM EDTA, pH 7.5) to obtain RNA
concentrations in the range of the high-range assay described
in the manufacturer’s guideline (“the high-range assay allows
quantitation of 20 ng mL™'~1 ug mL~""). A few minutes before
the measurement, the 200-fold diluted RiboGreen reagent was
added 1:1 to the samples in a black 96 well-plate which then
was incubated in the dark for 2-5 minutes. Finally, the
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fluorescence intensity was measured from above by a Tecan
Infinite 200 PRO plate reader (Tecan, Mdnnedorf, Switzerland)
with an excitation wavelength of 485 nm and an emission
wavelength of 535 nm. A “saRNA only” sample, made out of
the same saRNA stock and containing an equal saRNA mass as
the saRNA-polyplexes, and a “heparin only” sample were also
included to determine the fluorescence of 100% free saRNA
and to assess the influence of heparin on the fluorescent
detection, respectively. All measurements, except the rRNA
standards curve samples (n = 2), were performed in triplicates
(n=3).
The following equation was used to calculate the EE%:

(Ans — Ad/Aps x 100%

with Agg the fluorescent signal of the dissembled complex and
A, the fluorescent signal of the intact saRNA-polyplex, both
reduced by the background signal.

Haemolysis assay

Red blood cells (RBCs) were isolated from fresh heparinized pig
blood (kindly gifted by Prof. Devriendt, Ghent University, EC
no. EC2017/121EC). After 1:1 dilution in 20 mM HEPES con-
taining 5% (w/v) glucose (HEPES buffered glucose or HBG, pH
7.4), the blood was added in a 4/3 ratio to the Ficoll-Paque PLUS
density gradient media (VWR, Pennsylvania, US) and centrifu-
gated at 800 rcf for 10 minutes at 20 °C. The plasma along with
the buffy coat were discarded and the erythrocytes were washed
several times in 3 volumes of HBG followed by centrifugation at
500 rcf for 10 minutes until the supernatant was clear. After
microscopically checking the morphology of the RBCs, they
were resuspended in PBS at a concentration of 5.37 x 10° RBC
per mL. SaRNA-polyplexes were made in the same way as
mentioned before (see Polyplex Formulation) but with 20 pg
or 20 ng saRNA per saRNA-polyplex sample. Polymers (L-PEIg-
ran-PPL o, and L-PPI,5,) were added according to the desired
saRNA quantity and N/P ratio. Next, the saRNA-polyplexes were
added to the RBC suspension to obtain a final 1:20 dilution.
Triton X-100 (4% v/v) (VWR, Pennsylvania, US), 1x DPBS, and
HBG were prepared and added to the RBCs in the same way as
the samples and served as positive (100% hemolysis) and
negative controls (0% hemolysis), respectively. Since previous
experiments (data not shown) demonstrated that HBG is less
toxic to RBCs than NaOAc buffer (20 mM, pH 5.2), the latter
buffer was not included here. Moreover, this study showed that
HBG is even less toxic than DPBS, so the hemolysis% was
calculated using the values derived for HBG as negative control.

After shaking the samples at 650 rpm for 1 h at 37 °C by
using the ThermoMixer™ (Eppendorf, Hamburg, Germany) and
centrifugation at 500 rcf for 10 minutes, four times 200 pL
supernatant from each tube was transferred to a clear 96-well
plate and the absorbance was measured at 600 nm using the
Tecan Infinite™ 200 PRO plate reader. This wavelength was
chosen because it resulted in interpretable data for Triton X-
100 samples, which served as a positive control.

The following equation was used to calculate the percentage
of haemolysis:
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(A — Ag)/(Ar00 — Ao) X 100%

with A4, 4, and A, corresponding to the absorbance of the
saRNA-polyplex sample, the negative (HBG) and the positive
control (Triton X-100), respectively.®®

In vivo bioluminescence study

Female 6-8 weeks old BALB/cJRj mice were purchased from
Janvier Laboratories (Paris, France) 10-14 days before the start
of the in vivo study. They were housed in individually ventilated
cages connected to an IVC rack with controlled temperature
and humidity. All cages were equipped with bedding material
(wood chips), nesting material (paper towel and toilet rolls) and
a red mouse house. Mice feed and water were provided ad
libitum. During the preliminary study, mice were intramuscu-
larly (IM) injected in both (unshaved) hindlegs with L-PEIg,-ran-
PP, 4, based saRNA-polyplexes prepared in HBG at either N/P 1
or 5 and containing 1 pg saRNA (25 ng saRNA per pL). As
benchmark we injected 1 pg saRNA encapsulated in MC3-LNPs
(N/P 10, 20 ng saRNA per pL).

For the subsequent larger in vivo study, 69 mice were
randomly assigned to a cage, punctured in the ear and housed
in groups of 6 or 9 in each cage. The mice were IM injected (on
day 0) in both shaved hindlegs (shaved on day-1) with L-PEI¢,-
ran-PPl,o, and L-PPI,5, based saRNA-polyplexes prepared in
HBG at either N/P 1, 5 or 10 and containing 1 pug saRNA. Naked
saRNA was used as negative control, In vivo-jetRNA™ (Polyplus)
formulated with saRNA (according to manufacturer’s protocol)
and L-PEI,5, were used as positive controls. All saRNA, in both
studies, was purified using the cellulose-based purification
protocol, as described earlier (see Cellulose-based purification
of saRNA). All bioluminescent signals were measured with the
IVIS Lumina III, 12 minutes after subcutaneous injection of p-
luciferin (15 pg pL~') when mice were anaesthetised with
isoflurane aerosol. The IVIS Lumina III was used to measure
all bioluminescent signals 12 minutes after subcutaneous b-
luciferin (15 pug pL ') injection, while mice were anaesthetized
with isoflurane aerosol (Zoetis, Louvain-La-Neuve, Belgium)
(5% for induction and 2% for maintenance). Measurements
were performed: 6 hours after injection and at day 1, 2, 3, 5, 7,
10, 14, 18, 21, 28 and 35. Finally, mice were euthanized after
sedation with isoflurane via cervical dislocation.

Mice experiments were approved by the ethics committee of
the Faculty of Veterinary Medicine, Ghent University (EC no.
EC2021/047).

Statistical analysis

All statistical analyses were executed using GraphPad Prism
8.4.3. First, normality and log-normality of data was checked by
the Shapiro-Wilk test, and visually confirmed via QQ plots. Data
obtained with the IVIS Lumina III were log-transformed and
checked for normality again. Normally distributed data of three
and more groups were tested to each other with the one-way or
two-way ANOVA (analysis of variance) test, followed by Tukey’s
test for multiple comparisons. p-Values below 0.05 were con-
sidered statistically significant and indicated as follows: *
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indicates significance of p < 0.05, ** indicates significance of
p < 0.01, *** indicates significance of p < 0.001, **** indicates
significance of p < 0.0001.

Notes

Part of the results described in this article have been used in
the patent application WO2018002382A1.
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