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Introduction: Gene therapy is a promising approach to be applied in cardiac regeneration after myocardial infarction and gene
correction for inherited cardiomyopathies. However, cardiomyocytes are crucial cell types that are considered hard-to-transfect. The
entrapment of nucleic acids in non-viral vectors, such as lipid nanoparticles (LNPs), is an attractive approach for safe and effective
delivery.

Methods: Here, a mini-library of engineered LNPs was developed for pDNA delivery in cardiomyocytes. LNPs were characterized
and screened for pDNA delivery in cardiomyocytes and identified a lead LNP formulation with enhanced transfection efficiency.
Results: By varying lipid molar ratios, the LNP formulation was optimized to deliver pDNA in cardiomyocytes with enhanced gene
expression in vitro and in vivo, with negligible toxicity. In vitro, our lead LNP was able to reach a gene expression greater than 80%.
The in vivo treatment with lead LNPs induced a twofold increase in GFP expression in heart tissue compared to control. In addition,
levels of circulating myeloid cells and inflammatory cytokines remained without significant changes in the heart after LNP treatment.
It was also demonstrated that cardiac cell function was not affected after LNP treatment.

Conclusion: Collectively, our results highlight the potential of LNPs as an efficient delivery vector for pDNA to cardiomyocytes.
This study suggests that LNPs hold promise to improve gene therapy for treatment of cardiovascular disease.

Keywords: lipid nanoparticles, ionizable lipids, pDNA delivery, heart, cardiomyocytes

Introduction

Cardiovascular diseases (CVD) refer to a group of disorders of blood vessels and the heart.' Despite all the progress
and clinical innovations made over the past decades, CVD still have a high prevalence and represent the leading cause of
death worldwide, with a significant impact on the healthcare system costs of many countries.”> With an estimated
17.9 million deaths per year, CVD are considered part of chronic non-communicable diseases, representing approxi-
mately 32% of total deaths worldwide in 2019.%> To address this challenge and to overcome the limitations of conven-
tional therapies, much attention has been given to advances in delivery systems, which are associated with the knowledge
of the target’s signaling pathways and biological barriers, and are being exploited to develop more effective gene
therapies.* The potential of gene therapy has provided unprecedented opportunities to explore challenges from early
treatments.*° It is also a promising approach to be applied in cardiac regeneration after myocardial infarction and gene
modulation for inherited.” "' While several preclinical and clinical studies have shown the efficacy of gene therapy in
many tissues and cells, the therapeutic efficacy of this approach remains a challenge in the heart tissue.® This is likely due
to several factors, including nucleic acid degradation, inactivation by serum proteins, loss of therapeutic effect over time,
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and insufficient delivery to the cardiac tissue.'> Moreover, the cardiac sarcolemma represents an additional barrier to
nucleic acid delivery.® Thus, one of the greatest challenges faced is the optimal gene delivery vector, which should be
safe, effective, and display selectivity for the cardiac tissue."'

Both non-viral and recombinant viral delivery methods for gene therapy have now been established for their use in
clinical trials."" Although viral vectors such as lentiviruses and adenovirus have been used for nucleic acid delivery, their
use is limited due to immune responses raised against viral proteins.'® Thus, novel strategies are needed to improve gene
delivery properties and transfection of gene therapy in the heart, and the use of nanoparticles (NPs) as carriers have
proven a promising approach to be used in CVD models.'*'> The entrapment of nucleic acids in non-viral vectors, such
as NPs, represents an attractive approach for safe and effective delivery and transfection efficiency, which can provide
stability, longer circulation, avoid renal clearance from the blood due to size-based effects, and prevent nonspecific
interactions via PEGylation of NPs.'® Additionally, NPs can also extravasate from the bloodstream to reach target tissues
via various targeting-based approaches, mediate cell entry, and provide endosomal escape.'’

In this context, ionizable lipids have been successfully used to formulate NPs for mRNA, and DNA delivery.'®
Amine-containing ionizable lipids have been designed to enhance transfection and reduce toxicity compared to cationic
lipids.'® Tonizable lipids positively charged at low pH enables the complexation with negatively charged nucleic acid in
nanoparticle formulation in acidic buffers'® Furthermore, ionizable lipids are neutral at physiological pH and positively
charged into endosomes, exhibiting special mechanisms such as the “proton-sponge effect” and endosome-lytic proper-
ties to endosomal escape.’”?! Indeed, a high degree of protonation facilitates the endosomal escape of RNA, DNA, and
the traffic through the cytoplasm to the nucleus for gene expression.’*! In addition to an ionizable lipid, other excipients
are also commonly used to formulate lipid nanoparticles (LNPs), such as a) a phospholipid to support the LNP bilayer
structure and aid in endosomal escape,”* b) cholesterol to improve the stability of the LNP bilayer and induce membrane
fusion,? and c) a lipid-polyethylene glycol (PEG) conjugate to reduce LNP aggregation and nonspecific endocytosis by
immune cells.**

It was hypothesized that LNPs can deliver not only mRNA but also plasmid DNA (pDNA) safely and effectively,
especially to hard-to-transfect cardiomyocytes. Thus, herein, our objective was to develop and screen a mini-library of
pDNA-loaded LNPs for enhanced transfection efficiency in cardiomyocytes. By varying lipid ratios, we identified an
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optimized LNP formulation that significantly enhanced gene expression in cardiomyocytes in vitro and in vivo, with
negligible toxicity.

Materials and Methods
Plasmid DNA (pDNA)

E. coli Stbl3 transformed with pZsGreen-N1 (Clontech laboratories) that encodes ZsGreen, a green fluorescent
protein (GFP), were grown in LB medium and the plasmid was purified by PureLink™ HiPure Plasmid Maxiprep
Kit (Invitrogen), following the manufacturer’s instructions and quantified by NanoDrop-OneC-UV-Vis (Thermo
Fisher).

Lipid Nanoparticle (LNP) Formulation

To formulate LNPs, the ethanolic phase containing ionizable lipids and excipients was mixed with an aqueous phase of pDNA
using a microfluidic device as previously described.'® Tonizable lipid C12-200 (synthesized as previously described??),
1,2-dioleoyl-sn-glycero-3-phosphoethanolamine (DOPE, Avanti Polar Lipids, no. 850725P), cholesterol (Avanti Polar
Lipids, no. 700100P) and 1,2-dimyristoyl-sn-glycero-3-phosphoethanolamine-N-[methoxy(polyethyleneglycol)-2000]
(ammonium salt) (C14-PEG 2000, Avanti Polar Lipids, no. 880150P) were prepared in ethanol (10 to 100 mg/mL) and
mixed at predetermined molar ratios based on ionizable lipid:pDNA ratio, which was varied in LNP formulations (10:1 or
20:1) as shown in Table 1. The aqueous phase containing plasmid DNA coding for green fluorescent protein (GFP) was
prepared in 10 mM citrate in a volume ratio of citrate phase:ethanolic phase of 2.5:1. Citrate buffer (pH 3.0, Teknova) was used
to ensure the ionization of C12-200 and interaction with negatively charged pDNA during mixing. Both the inlets were
connected to programmable syringe pumps (Harvard Apparatus) and the solutions were injected into the microfluidic devices
at a 2.5:1 ratio (citrate phase:ethanolic phase). LNPs were collected and then dialyzed against 2L PBS in a 20,000 MWCO
dialysis cassette for 2h. Afterward, the LNPs were filtered through a 0.22-um filter to be assessed in vitro and in vivo. To
prepare fluorescent LNPs, regular cholesterol was replaced by fluorescent cholesterol (23-(dipyrrometheneboron difluoride)-
24-norcholesterol (ex/em 495/507 nm), Avanti Polar Lipids no. 810255P), following the same protocol.

Characterization of LNP

LNP hydrodynamic diameter (HD), polydispersity index (PDI), and zeta potential (ZP) were measured using a Zetasizer
Nano ZS machine (Malvern Instrument). The structure analysis of LNPs was performed via cryogenic-transmission
electron microscopy (Cryo-TEM). Vitrified samples were examined using Tecnai G2-20 - FEI SuperTwin 200 kV at the
Center for Acquisition and Processing of Images (Centro de Aquisi¢do e Processamento de Imagens — UFMG). Further
analysis using NanoDrop and Qubit dsDNA HS Assay Kit was performed to quantify dsDNA and to determine the
encapsulation efficiency (EE) of each LNP. pDNA EE was calculated from the following equation:

amount of pDNA loaded into LNPs

EE% =
% total pDNA amount added

X100

Animal Models

All procedures and experiments were performed following the guidelines and policies of the National Institutes of Health
(NIH) Guide for the Care and Use of Laboratory Animals. Neonatal (P1-3) Wistar rats were provided by the Animal Facility of
the Institute of Biological Sciences at the Federal University of Minas Gerais (ICB-UFMG) and C57BL/6 mice were provided
by Biotério Central, Federal University of Minas Gerais. The treatment protocol was previously approved by the Institutional
Animal Care and Use Committee at UFMG (IACUC-UFMG 138/2018 and 177/2020).

Neonatal Ventricular Myocyte Isolation
Cardiac tissue was removed from 1-3 days-old Wistar rats, as previously described.’® After 24h, cells were rinsed with
200 pL/well of M199 medium and fed for 48h with a regular culture medium, now including 20 pg/mL cytosine-
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Table | Characterization of pDNA Encapsulated LNPs with Different C12-200:pDNA Ratio and Composition

Formulation Cl2- Composition (Molar Ratio %) Characterization
plz)oNO:A Cl2- | DOPE | Cholesterol | CI4PEG HD (nm) PDI EE (%) Zeta
200 Potential
Ratio
(mV)
LNPI 10:1 35 14.5 48.0 25 110.2 £22 0.302 + 0.040 71 £24 —-92+09
LNP2 10:1 35 16.0 46.5 25 102.1 £ I.5 0.266 + 0.003 87 + 64 -75+04
LNP3 10:1 35 325 30.0 25 94.0 £ 0.3 0.337 + 0.006 77 £10.2 -3.2+0.03
LNP4 10:1 35 56.5 6.0 25 1147 £ 0.0 0.239 + 0.001 84 +52 -57+09
LNP5 20:1 35 14.5 48.0 25 1134 £ 0.5 0.294 + 0.023 92 £ |15 108 1.0
LNPé6 20:1 35 16.0 46.5 25 973 £ 0.8 0.216 + 0.009 94+ 1.2 12.0 £ 0.6
LNP7 20:1 35 325 30.0 25 91.8 £ 0.1 0.218 + 0.030 84 +20 109 £ 0.6
LNP8 20:1 35 56.5 6.0 25 122.6 £ 0.5 0.277 + 0.003 87 £ 149 163+ 1.7

Notes: Data are shown as mean * SEM.
Abbreviations: C12-200, ionizable lipid; LNPI-8, ionizable lipid-nanoparticles; DOPE, |,2-dioleoyl-sn-glycero-3-phosphoethanolamine; HD, hydrodynamic diameter; PDI,
polydispersity index; CI14PEG, polyethylene glycol (PEG) 2000; EE, encapsulation efficiency.

D-arabinofuranoside to inhibit the growth of noncardiomyocytes. Neonatal cardiomyocytes were used on the fourth day
of cultivation.

Cardiomyocyte Transfection

To screen LNPs, neonatal cardiomyocytes were plated in a 96-well plate (1 x 10* cells/well) using M199 medium with
10% FBS and incubated with different LNPs’ formulations (Table 1) at 0.4-0.8 pg of pDNA. To assess the transfection
efficiency of lead LNP, cardiomyocytes were plated in a 96-well plate (1 x 10* cells/well) using M199 medium with 10%
FBS and incubated with different LNPs formulations (Table 1) at varying amounts of pDNA (0.00625-0.8 pg). All image
fluorescence was carried out at the Center for Acquisition and Processing of Images (CAPI-UFMG) using Cytation 5 Cell
Imaging (Biotek) with 4x or 40x objective and a filter-based 633 nm, 488 nm, and 358 nm channel. For GFP
quantification, the fluorescence intensity images were selected as a green channel and converted to an 8-bit grayscale
image, and normalized by the non-transfected cells images. Otsu’s method was applied to calculate the optimal threshold

pixel intensity.”” The mean pixel intensity was measured and plotted.

LNP Uptake by Cardiomyocytes

To assess LNP uptake, cardiomyocytes were incubated with LNP4-6 (0.2 pg of pDNA) formulated with fluorescent
cholesterol (ex/em 488/520 nm) and fixed with 100 pL/well of 4% paraformaldehyde (PFA) in a 96-well plate at 2h,
4h, and 6h time points. Cells were stained with 50 pL of anti-alpha-actinin antibody (1:150, Sigma, no. A7811) with
goat anti-mouse Alexa Fluor 633 (ex/em 633/650 nm, 1:400, Thermo Fisher Scientific, no. A11001) as the secondary
antibody, and the nuclei were stained with 50 pL of DAPI (ex/em 340/488 nm, 1:500, stock solution:5mg/mL, Sigma,
no. D8417). Images were acquired at the CAPI-UFMG using Cytation 5 Cell Imaging (Biotek) with a 40x objective.

In situ Determination of pKa Using TNS

To determine the pKa of LNPs, a fluorescent reagent 6-(p-Toluidino)-2-naphthalenesulfonic acid sodium salt (TNS)
(Sigma-Aldrich no. T9792) was used as previously described.”® Briefly, stock buffered solutions of 150 mM sodium
chloride, 20 mM sodium phosphate, 25 mM sodium citrate, and 20 mM sodium acetate were prepared and adjusted to
reach pH values ranging from 2 to 12 in increments of 0.5. Then, 5 pL of pDNA-LNP (~290 ng/uL) was added in 140 pL.
of each pH-adjusted solution in a 96-well plate in triplicate. Following, 5 pL of 0.18 mM stock solution of TNS, prepared
in Milli-q water, was then added to each well to reach a final TNS concentration of 6 pM. The fluorescence of the
samples (ex/em 325/435 nm) was then measured on a plate reader Varioskan'™ Flash (Thermo Scientific). The pKa
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values were calculated by applying the Henderson—Hasselbalch equation using a sigmoidal curve-fit analysis to establish
50% of maximal fluorescence intensity, which reflects 50% of protonation.

Cell Viability by Resazurin Reduction

To investigate the cell toxicity after treatment with LNPs formulations, the resazurin reduction method was used, as
previously described.?” Cardiomyocytes were treated with 10 uL of LNP formulations (for a final amount of 0.2 pg of
pDNA in each well) for 48h, followed by the addition of 10 puL of Resazurin (5 pg/mL, Sigma, no. R7017) for 4h.
Fluorescence was measured using the Varioskan'™ Flash reader (ex/em 530/590 nm).

In vivo Transfection Efficiency

To assess delivery and transfection efficiency in vivo, 8- to 10-week-old female C57BL/6 mice were used (n=4). For this,
mice were treated with PBS or pDNA coding for GFP encapsulated in LNP4 (10 pg total pDNA) via tail vein injection.
After 7 days, mice were euthanized and the heart was harvested to assess the transfection efficiency and toxicity of LNPs.
Tissues were immersed in cryomolds containing OCT — optimal cutting temperature (Tissue Tek) and frozen at —80 °C
for subsequent fluorescence analysis. Tissues were processed using a cryostat at a thickness of 8mm. Images from the
sections were acquired using the Zeiss LSM 880 Meta confocal microscope with an inverted objective at 60%/1.3 and
a filter-based 488 nm channel, located in the CAPI-UFMG.

Western Blotting

To investigate the effect of the treatment with LNP4 in the expression of proteins involved in cardiomyocyte function
(SERCAZ2) and survival (AKT and ERK1/2), adult ventricular myocytes were harvested in ice-cold lysis buffer (in mmol/
L: 100 NaCl, 50 Tris-base, 5 EDTA,-2 H,0, 50 Na,P,0-, 10 H,0, and 1 MgCl,, pH 8.0) containing 0.3% Triton X-100,
1% Nonidet P-40, 0.5% sodium deoxycholate, and 20 mM NaF, enriched with 10 pL of protease (1% (v/v), no. P8340;
Sigma-Aldrich) and 10 pL of phosphatase inhibitors cocktail (1% (v/v), no. P0044; SigmaAldrich). Then, 30 pg of
protein were separated by SDS-PAGE followed by Western blotting. Immunodetection was carried out using enhanced
chemiluminescence detected with LAS 4000 equipment (GE Healthcare Life Science). Protein levels were expressed as
a ratio of optical densities. GAPDH, AKT, or ERK1/2 total expression was used as a control for any variations in protein
loading.

gRT-PCR

After in vivo treatment with LNP4, gene expression of inflammatory cytokines was analyzed via qRT-PCR. RNA was
isolated from the heart using Trizol reagent (Thermo Fisher Scientific), according to the manufacturer’s instructions, and
quantified spectrophotometrically using the Nanodrop Lite (Thermo Fisher Scientific). Afterward, 1 ng of RNA was used
for first-strand cDNA synthesis [Reverse Transcriptase (RT)] using the High-Capacity cDNA Reverse Transcription Kit
(Thermo Fisher Scientific). qRT-PCR was performed with diluted cDNA using PowerUp SYBR Green Master Mix
(Applied Biosystems) on QuantStudio 3 (Applied Biosystems). Sequence primers were IL-6 forward 5’
GGTGCCCTGCCAGTATTCTC 3°, IL-6 reverse 5° GGCTCCCAACACAGGATGA 3’; TNFa forward 5’
CCCTCACACTCAGATCATCTTCT 3°, TNFa reverse 5° GCTACGACGTGGGCTACAG 3, actin forward 5° GGC
TGTATTCCCCTCCATCGB 3°, actin reverse 5° CCAGTTGGTAACAATGCCATGT 3’. Ct values were recorded for
each gene and the results were normalized to actin.*®

Flow Cytometry Studies

To characterize myeloid cell types in the heart after treatment with LNP4 formulation or control according to the
protocol described earlier, single-cell suspensions from saline perfused hearts were minced and digested in DMEM with
Collagenase I at 3 mg/mL for 45 minutes at 37°C. To deactivate the enzyme, the same amount of fetal bovine serum was
added to each sample. Samples were filtered through 40 pm cell strainers. Red blood cell lysis was performed with ACK
lysis buffer (Thermo Fisher Scientific). Samples were washed once with 200 pL of FACS buffer (PBS with 2% FBS and
2 mM EDTA) and resuspended in 100 pL of the same solution, and then incubated with a mix of 30 pL/well of
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antibodies CD45-PerCP-Cy5.5 (1:200, BioLegend, no. 109828), CD11b-SB600 (1:500, Invitrogen, no. 63—-0112-82), F4/
80-APC (1:200, Invitrogen, no. 17-4801-82), Grl-Biotin (1:200, Biolegend, no. 108404), and Streptavidin-
PacificOrange (1:500, Invitrogen no. S32365) at RT for 20 minutes in the dark . The cells were then analyzed using
a BD LSRII flow cytometer (BD Biosciences). Neutrophils were gated as CD11b"Ly6G"&". Monocytes were gated as
CD11b 'Ly6CME"MHCII'®Y. Macrophages were gated as CD11b"Ly6G Ly6C'™ F4/80" cells.

Quantification and Statistical Analysis

Data are presented as mean + SEM of at least three independent experiments. For statistical comparison, Student #-test,
and one-way ANOVA were used followed by Dunnett’s Multiple Comparison post hoc test. The level of significance was
set to values of p<0.05.

Results

Synthesis, Characterization, and Optimization of LNPs
Distinct LNPs were formulated using mixtures of an ionizable lipid (C12-200), dioleoylphosphatidylethanolamine
(DOPE), cholesterol (CHOL), PEG-lipid conjugate, C14-PEG2000 at different lipid ratios (Table 1). LNPs were formed
in the presence of pDNA via microfluidic mixing (Figure 1A).'®

Here, it was hypothesized that LNPs made from these components could be optimized for pDNA delivery in
cardiomyocytes. Therefore, an LNP mini-library complexed with pDNA coding for GFP was synthesized and optimized,
by varying C12-200:pDNA ratio, DOPE, and CHOL ratios (Table 1).

A
?PEG-Iipid
ft lonizable-lipid
f! Helper-lipid Mixing
o Cholesterol
) pDNA
B C
150+ -0.40
s -0.35
§100— { L 0.30
=~ &
N : L0.25
» 50
-0.20
0- L0.15

T T
LNP1 LNP2 LNP3 LNP4 LNP5 LNP6 LNP7 LNP8

Figure | Synthesis and characterization of lipid nanoparticles (LNPs) for pDNA delivery in cardiomyocytes. (A) Left: LNPs were formulated via microfluidic mixing of an
aqueous phase of pDNA and an ethanol phase of lipids. Right: Schematic formation of LNPs encapsulating pDNA (Right). (B) Hydrodynamic diameter measurements and
polydispersity index of LNPs. Bar graph: size; Bar dot: PDI (polydispersity index). (C) Representative cryo-TEM of LNPs encapsulating pDNA. Data are plotted as mean *
SEM.
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LNPs were characterized by size, pKa, and pDNA encapsulation efficiency. The hydrodynamic diameter of all LNPs
was between 91.8 nm and 122.6 nm, while their polydispersity index and encapsulation efficiency ranged from 0.216 to
0.337 and 71% to 94%, respectively (Figure 1B and Table 1). Six of the eight LNP formulations possessed over 80% of
encapsulation efficiency. Cryo-TEM micrograph showed that LNPs formed monodisperse LNPs, in agreement with DLS
findings, with a dense core and spherical morphology (Figure 1C). Negative surface charges between —3.2 mV and —9.2
mV were observed for LNPs with a 10:1 ratio (C12-200:pDNA) while the LNPs with a 20:1 ratio (LPN5-8) possessed
positive charge values (between 10.8 mV and 16.3 mV) (Table 1).

In vitro Cardiomyocytes Transfection by LNPs

To determine the ability of LNPs to transfect cardiomyocytes and evaluate the formulation that enables more efficient
pDNA delivery to the cardiomyocytes, eight unique LNP formulations were developed. To assess transfection efficiency,
LNPs were complexed with pDNA coding for GFP. Thus, cardiomyocytes were treated with LNPs at doses of 0.4 and 0.8
ng of pDNA. After 48h, GFP expression was assessed by fluorescence acquisition using Cytation 5 Cell Imaging. All LNP
formulations were able to transfect myocyte cells (Figure 2A and B), yet with variable fluorescence intensity (Figure 2B),
which reflects both LNP delivery and pDNA functionality. As shown in Figure 2B, LNP4 exhibited enhanced GFP
fluorescence compared to other LNP formulations achieving around 1.3- and 10-fold increased fluorescence than
the second-best formulation candidate (LNP8), and the lowest-performing formulation (LNP6), respectively (Figure 2B).
Of note, LNPs with higher DOPE molar ratio (Figure 3A and B) and lower cholesterol molar ratio (Figure 3C and D)
induced enhanced GFP expression, independently of the amount of pDNA used (Figures 2B and 3). Collectively, these
results indicate LNP4 as the top-performing formulation.

LNPs Cellular Uptake, pKa Measurement, and Cell Viability Assay

To confirm the ability of LNPs to be internalized by cardiomyocytes, three LNPs were chosen: the LNP that a) achieved
the highest (LNP4), b) medium (LNP5), and c) lowest (LNP6) GFP expression in cardiomyocytes and formulated with
fluorescent cholesterol. Then, the LNPs were incubated with cardiomyocytes at 0.2 pg of pDNA and fixed with 4%
paraformaldehyde (PFA) at 2h, 4h, and 6h following transfection. Confocal images obtained at these time points
confirmed the higher uptake of LNP4 over time by cardiomyocytes (Figure 4A).

To demonstrate the ionizable properties of LNPs, the pKa was checked using a TNS assay, as previously described.*®
TNS assay revealed a pKa of 6.5 for LNP4, while LNP5 and LNP6 showed a pKa of 7.2 and 7.3, respectively
(Figure 4B-D). To assess the effects of LNPs on cell viability, cardiomyocytes were then treated with LNPs 4-6, and
after 48h, GFP fluorescence and cell viability were simultaneously measured. Data presented in Figure 4E, confirmed
LNP4 as the top-performing LNP formulation from the mini library, displaying the highest GFP expression when
compared to LNP5 and LNP6. Cell viability was higher than 90% for cardiomyocytes treated with LNP4 at doses of 0.4
and 0.8 pg of pDNA (Figure 4E). However, lower cell viability (75-85%) was observed for cardiomyocytes treated with
LNPS5 and LNP6 at doses of 0.4 and 0.8 pg of pDNA (Figure 4E). The stability of LNPs in serum conditions was
assessed after incubation with BSA for 1, 3 and 12h at 37 °C. The size of LNPs was significantly increased after
incubation with BSA compared to fresh LNPs over time (Figure S1A, Supplementary Material). However, it was

observed only a slight increase (absolute value) in zeta potential of LNPs incubated with BSA compared to fresh
LNPs (Figure S1B, Supplementary Material). The percentage of BSA adsorbed on LNP was approximately 10%, 18%

and 31% after 1h, 3h and 12h of incubation, respectively (Figure S1C, Supplementary Material).

LNP4 Transfection Efficiency

To further determine the amount of pPDNA that is needed to achieve the highest transfection efficiency, a dose—response curve
was performed using the top-performing formulation LNP4 (0.00625-0.8 ng of pDNA). The maximum fluorescence was
achieved using 0.2 pg of pDNA, with similar fluorescence intensity at higher doses of 0.4 and 0.8 pg of pDNA (Figure 5A).
Next, to assess the fluorescence intensity over time, cardiomyocytes were transfected with LNP4 formulation (dose 0.2 pg of
pDNA). The maximum fluorescence was achieved at day 4, which was kept over 8 days (Figure 5B and C). Moreover, the
treatment with LNP4 (dose 0.2 pg of pDNA) achieved a transfection efficiency (GFP positive cells in the well plate) greater
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Figure 2 LNP4 showed the highest GFP expression through in vitro screening of LNPs mini-library formulations in cardiomyocytes. (A) Fluorescence photomicrographs of
cardiomyocytes 48 h after transfection with 0.4 and 0.8 pg of pDNA loaded in LNPs. (B) Quantification of GFP expression in cardiomyocytes transfected with LNP|-8 at
different doses. Data are plotted as mean * SEM. *p<0.01, ****p<0.0001 by t-test for GFP fluorescence comparison of pPDNA quantity and one-way ANOVA followed by
Dunnett’s Multiple Comparison post hoc test for GFP of different LNPs compared with the LNP4.

than 60% at day 2 and greater than 80% at day 4 (Figure 5D). Together, these results support LNP4 as the top formulation for
pDNA delivery in cardiac cells and provide the optimized transfection methods for pPDNA-LNPs in vitro.

In vivo Delivery of LNPs to Heart Tissue
Next, the in vivo delivery of the top-performing LNP4 was assessed, especially to the heart. LNP4 encapsulating pDNA
were injected intravenously via tail vein injection into mice (Figure 6A). The heart was harvested and assessed by
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Figure 3 LNPs with higher DOPE and lower cholesterol molar ratio induce enhanced GFP expression in cardiomyocytes. Influence of (A and B) DOPE molar ratio and
(C and D) cholesterol molar ratio on GFP expression. Data are plotted as mean * SEM.

immunofluorescence 7 days post-injection. The LNP4-treated group was able to induce a twofold increase in GFP
expression in the heart tissue compared to the control group (Figure 6B).

LNPs are Safe for pDNA Delivery to the Heart

In vivo toxicity following LNP4 and PBS injection was assessed via analysis of myocytes morphology and contractility,
cardiac function, inflammation induction, histopathological scoring, hematological parameters, and liver enzymes alanine
aminotransferase (ALT) and aspartate aminotransferase (AST). Cardiomyocytes were isolated from previously treated
mice to assess important parameters that reflect the cell function. For these experiments, ventricular myocytes were
isolated and exposed acutely (5-10 min) to cell stress with isoproterenol (beta-adrenergic agonist) (Figure S2,
Supplementary Material) and concomitantly increased the pacing rate (Figure S3A-C, Supplementary Material). Figure

S2A-F and S4 (Supplementary Material) showed that LNP4 does not influence contractility function at the cellular level

even with isoproterenol-induced stress or increased beating rate. Moreover, no alterations were observed in the cellular
area, length, or width among the groups (Figure S2G-I, Supplementary Material), which together indicates that LNP4

treatment did not induce cellular remodeling. Cardiomyocyte function and survival were assessed via Western blotting.
SERCA2, AKT, and ERK1/2 expressions were similar in mice treated with LNP4 and the control group (Figure 7A-C
and Figure S4, Supplementary Material).

To investigate the potential of LNP4 to trigger inflammation in the heart, myeloid cell types were characterized via
flow cytometry' and inflammatory cytokines were assessed 7 days after treatment via qRT-PCR and compared to the
control group. The myeloid cell population was characterized and subdivided into macrophages (from 32.08 £ 7.26 to
25.63 + 13.93), monocytes (from 3.55 + 1.40 to 4.47 + 3.51), and neutrophils (from 4.54 £ 6.90 to 5.54 + 0.94)
(Figure 7D-G). No difference was found in the frequency of macrophages, monocytes, and neutrophils after treatment
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Figure 4 LNP4 shows pKa closer to endosomal pH with higher GFP expression and cellular uptake, not affecting cardiomyocyte viability. (A) Left: Representative images
showing uptake of LNP4-6 by cardiomyocytes 2h, 4h, and 6h of LNP4-6 after transfection (0.2 ug of pDNA). LNP4 is predominantly localized into the cell at all-time points
analyzed, showing an enhanced uptake over time compared to LNP5-6. Right: Representative split channel images showing the uptake of LNP4-6 6h after transfection.
Cardiomyocytes were stained with an antibody specific to alpha-actinin (red), the Nuclei were stained with DAPI (blue). LNP4-6 were labeled with a cholesterol fluorescent
tag (green). (B) pKa of LNP4 (C) LNP5 and (D) LNP6. (E) Cardiomyocyte viability 48h after transfection with LNP4-6 and their respective GFP fluorescence. Data are
plotted as mean + SEM. *p<0.05, **p<0.01, ****p<0.0001 by t-test for GFP fluorescence comparison of pPDNA quantity and one-way ANOVA followed by Dunnett’s Multiple
Comparison post hoc test for viability comparison with the LNP4.

with LNP4. In addition, it was not found a difference in the expression of both inflammatory cytokines TNF-a, and IL-6
RNA (Figure 7H and I) indicating that the in vivo treatment with LNP4 was not able to trigger tissue inflammation.
Furthermore, inflammatory scoring of both heart and liver shows that LNP4 was well-tolerated at a dose of 10 pg,
without causing any damage (Figure S5A-D, Supplementary Material). Negligible changes in counts of red blood cell
(RBC), white blood cell (WBC), platelets, and lymphocytes levels were observed in mice treated with LNP4 and PBS
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Fluorescence quantification showed GFP expression in the heart tissue. Data are plotted as mean + SEM. *p<0.01 by t-test.

(Table S1, Supplementary Material). In addition, there were no significant changes in ALT or AST levels in the serum of
mice treated with LNP4 or PBS (Figure S5E, Supplementary Material), indicating that LNP4 enabled pDNA delivery to
heart or liver without inducing enzyme release—associated toxicity at the time point evaluated here. Collectively, these
results demonstrate that our LNPs do not induce heart damage, hematological disorder, or inflammatory response.
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Discussion

Gene therapy is a promising approach to be applied in CVD, the leading cause of death worldwide.' While significant
progress continues to be made in gene therapy for the treatment of CVD, a key challenge remains in the method of
delivery to the heart tissue.>> Viral vectors based on adenovirus and the adeno-associated virus (AVV) have been
extensively explored to deliver nucleic acid to the cardiovascular system. Significant progress using adenovirus has been
made in pro-angiogenic gene therapy that targets vascular endothelial growth factor (VEGF) in the treatment of coronary

33735 and peripheral vascular disease.*®>” In addition, gene therapy using viral vectors has also been applied

heart disease,
to treat atherosclerosis, hyperlipidemias, peripheral ischemia, and arrhythmias.*>***' However, viral vectors stimulate
inflammatory and immune responses, which raise safety concerns. Furthermore, the therapeutic efficacy of this approach
remains a challenge in the heart tissue. Therefore, it is necessary to develop an efficient and safe gene delivery platform
with the potential to be translated to the clinic.

In this study, non-viral vectors’ LNP formulations were developed and optimized, to deliver pDNA to cardiomyo-
cytes, which are considered hard-to-transfect cells, and important cell types to study heart disorders.*> These LNPs are
derivatives of prior materials with the ability to deliver mRNA and DNA, such as ionizable and other lipids.'® Tonizable
lipid enables cellular uptake and escape of the endosomal compartment, cholesterol and DOPE provide stability to the
lipid bilayer, and PEG-lipid conjugate prevents aggregation of vesicles and recognition by the mononuclear phagocytic
system and also provides longer circulation.'® The literature has supported the potential of various ionizable lipids in
mRNA delivery.'”'®3! Because of the structural differences between DNA and mRNA, improving DNA delivery
requires further optimization in LNP formulation, which includes reformulating existing ionizable lipids. In this work,
the novelty consists of developing pDNA-LNP formulations to enhance gene delivery to cardiomyocytes, by modulating
nanoparticle lipid architecture, including the molar ratio of the lipid compositions, such as DOPE and cholesterol, and
ionizable lipid:pDNA ratio. LNPs formulations with C12-200:pDNA ratio of 20:1 showed a slight increase in the
encapsulation content as observed in previous studies as well as positive zeta potential values in contrast to LNPs with

a ratio of 10:1.%

A rational explanation is the enhanced electrostatic complexation between the ionizable lipid C12-200
positively charged and negatively charged DNA molecule. As the DNA becomes more surrounded by the cationic lipid,
there is an excess of positive charge, which reflects in the positive zeta potential values compared to the values of 10:1
formulations.**

By screening these unique LNPs formulations, a top-performing nanoparticle, termed LNP4, with enhanced transfec-
tion efficiency, and gene expression in cardiomyocytes was achieved. Taken that no significant increase in GFP
expression was observed at 20:1 molar ratio of ionizable lipid:pDNA and to mitigate any concerns about possible
lipid toxicity caused by increased lipid doses, LNP4 (10:1 C12-200:pDNA) was chosen as the top-performing formula-
tion. In addition, a correlation between increased DOPE molar ratio with an enhanced GFP expression was observed.
DOPE has been used in LNP formulations, as a helper lipid and associated with ionizable lipids, to improve transfection
efficiency by destabilizing the endosomal membrane thereby facilitating the release of pDNA into the cytoplasm.**** In
cationic liposomes, using 1,2-dioleoyl-3-trimethylammoniumpropane (DOTAP), it has been reported that the in vitro
transfection efficiency was mainly influenced by the DOTAP/DOPE ratio,*® which reinforces the important role of DOPE
in the efficiency of LNPs. From these results, it was concluded that the composition of LNPs formulation is critical for
pDNA delivery to cardiomyocytes.

As hypothesized, LNPs were able to deliver pDNA safely and effectively to cardiomyocytes. Together, our findings
have broad implications for the advancement of basic research and cardiac gene therapies, as an efficient tool to
understand the mechanisms of cardiac disorders, in terms of evaluating cardiac genes and recombinant protein
expression.

Although the mechanism of uptake into cardiomyocytes remains to be determined, it was speculated that the
enhanced GFP expression of LNP4 is related to improved uptake over time compared to other LNP formulations.
Furthermore, it is well known that pKa of LNPs has a critical role in efficient nucleic acid delivery.*” As demonstrated by
GFP expression, LNP4 formulation (pKa 6.5) has shown the highest transfection efficiency, which does not significantly
increase at doses higher than 0.2 pg. Interestingly, the pKa of LNP4 is closer to endosomal pH compared to LNP5 and
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LNP6, which may have contributed to the increased uptake*® and consequently GFP expression. Thus, it was also
speculated that the pKa of LNP4, closer to the endosomal pH, optimized the “proton-sponge” effect, endosomal
disruption, and consequent release of pDNA to transcription and translation machinery. However, further studies are
necessary to determine this mechanism and the traffic through the cytoplasm to the nucleus for gene expression.

The fact that GFP expression reached a plateau in doses higher than 0.2 pg could be related to the increased amount
of PEG-lipid, which can reduce LNP interactions with target cells and limit transfection.*’

For the experiment performed in vivo, a single intravenous injection was used to investigate the transfection efficiency
and toxicity in vivo of the top-performing formulation. LNP4 was able to induce significant gene expression in the heart
tissue. Further optimization starting from lead LNP4 formulation, including the use of barcoded DNA to screen LNPs in vivo
and/or surface functionalization to enhance selectivity target to heart tissue will likely enhance the efficiency and avoid
binding to plasma proteins as well as off-target effects. It is described that LNP administration directly in the lungs or via the
intradermal route can trigger an inflammatory response increasing the frequency of neutrophils, which is considered a potent
adjuvant.>® Recently, other studies have reported myocarditis in a small percentage of vaccinated people with mRNA
vaccines, which uses LNPs as vectors.”' Therefore, the ability of our LNPs to trigger inflammation or other toxicity in the
heart, such as cardiac function was also investigated. The levels of circulating myeloid cells and inflammatory cytokines
were not significantly changed in the heart after LNP treatment. In addition, it was demonstrated that cell contractility and
protein expression of SERCA2, AKT phosphorylation at Ser473, and pERK1/2, which reflect the cardiac cell function and
survival, was not affected after LNP treatment. Collectively, our results have demonstrated that our LNPs work well in heart
tissue and do not induce heart or liver damage, hematological disorder, or inflammatory response, which reproduces the
safety of many ionizable LNPs that have been evaluated in animal models, and clinical trials in humans.’>> Therefore, it is
expected that future studies will yield high safety for other tissues, as well as the heart and liver.

Although more in vivo experiments are needed to assess biodistribution and to improve selectivity, we believe that the
top-performing formulations described here may provide a basis for further optimization using other pDNAs as well as
a platform for pDNA delivery for the treatment of CVD.

Conclusion

Here, it was presented evidence that LNP formulations were able to deliver pDNA to cardiomyocytes with enhanced
gene expression. It was found that LNPs formulated with higher DOPE and lower cholesterol molar ratio exhibited
enhanced delivery and GFP expression in cardiomyocytes. Our lead LNP was able to induce up to 80% of transfection
efficiency in vitro and twofold higher fluorescence in vivo after 7 days of intravenous injection, with negligible toxicity.
Further optimization, including functionalization of LNPs to enhance selectivity target to heart tissue, will likely enhance
the efficiency and avoid off-target effects. Taken together, our results suggest the use of LNPs holds promise to improve
pDNA delivery to cardiomyocytes.
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