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Abstract: Chronic lower back pain caused by intervertebral disc degeneration and osteoarthritis
(OA) are highly prevalent chronic diseases. Although pain management and surgery can alleviate
symptoms, no disease-modifying treatments are available. mRNA delivery could halt inflamma-
tion and degeneration and induce regeneration by overexpressing anti-inflammatory cytokines or
growth factors involved in cartilage regeneration. Here, we investigated poly(amidoamine)-based
polymeric nanoparticles to deliver mRNA to human joint and intervertebral disc cells. Human OA
chondrocytes, human nucleus pulposus (NP) cells, human annulus fibrosus (AF) cells, fibroblast-
like synoviocytes (FLS) and M1-like macrophages were cultured and transfected with uncoated or
PGA-PEG-coated nanoparticles loaded with EGFP-encoding mRNA. Cell viability and transfection
efficiency were analyzed for all cell types. Nanoparticle internalization was investigated in FLS and
M1-like macrophages. No significant decrease in cell viability was observed in most conditions. Only
macrophages showed a dose-dependent reduction of viability. Transfection with either nanoparticle
version resulted in EGFP expression in NP cells, AF cells, OA chondrocytes and FLS. Macrophages
showed internalization of nanoparticles by particle–cell co-localization, but no detectable expression
of EGFP. Taken together, our data show that poly (amidoamine)-based nanoparticles can be used for
mRNA delivery into cells of the human joint and intervertebral disc, indicating its potential future
use as an mRNA delivery system in OA and IVDD, except for macrophages.

Keywords: osteoarthritis; chronic lower back pain; nanomedicine; mRNA delivery

1. Introduction

Degenerative joint pathologies such as intervertebral disc (IVD) degeneration leading
to chronic low back pain (CLBP) and osteoarthritis (OA) are highly prevalent. They are a
major cause of pain and disability in adults globally [1–3].

The first-line treatments for both CLBP and OA consist of anti-inflammatory and
analgesic drugs and/or physiotherapy. These treatments reduce or alleviate the symptoms
to a limited extent only [4–6]. Moreover, they fail to inhibit degeneration nor promote
regeneration of the affected cartilaginous tissues. In OA, the final treatment, therefore, is
joint replacement surgery. Even though good surgical procedures are available, the limited
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durability of knee implants is an issue, especially for younger patients [7]. In CLBP, partial
disc resection or spinal fusion are surgical treatment options [8–10]. Yet, especially for
spinal fusion, there is a risk of developing pathologies affecting the surrounding vertebra
and discs [11].

Once cartilaginous tissue is injured, its self-repair is very limited, primarily because
of its avascular nature [12]. Inducing regeneration in cartilage and IVD is therefore a chal-
lenging task. Recombinant proteins, in particular growth factors, have been investigated to
possibly treat CLBP and OA [13,14]. However, the development of an antigenic immune
response during growth factor treatment can reduce its clinical efficacy [15]. Moreover, the
production of recombinant proteins can be cost intensive and versatility (e.g., regarding
post-translational modification) is limited by the cells in which they are produced [16].
Therefore, gene therapy has come into focus. Initially, viral vectors carrying the corrective
DNA or RNA were investigated. However, viral vectors such as oncoretroviruses and
lentiviruses integrate into the host cell genome, which raised reasonable safety concerns, as
integration is hard to control [17,18]. Viral vectors like adeno and adeno-associated viruses
(AAV) do not permanently integrate their genome but also have limitations [17]. The capsid
of adenoviruses can mediate a strong inflammatory response and AAV has a very limited
packaging capacity of below 5 kilobases [17]. Non-viral gene therapy approaches might
therefore be an alternative to efficiently and safely deliver nucleic acids to modulate the
cell phenotype and provide stimuli for regenerative cell responses.

To avoid genomic integration, delivery of mRNA was recently proposed [19]. To
effectively deliver mRNA into the target cells, vectors or carriers are required. A promising
approach is using synthetic nanoparticles. Polymeric nanoparticles are very versatile and
can be produced in bulk [20]. To be suitable for in vivo use, they should exhibit minimal cy-
totoxicity, possess a certain stability in the extracellular environment and allow for sufficient
cell uptake, intracellular cargo release and protein expression of the mRNA inside the cell.
Poly (amidoamine) nanoparticles (PAA nanoparticles) with repetitive disulfide bridges in
their backbone have shown these advantageous features in various cell lines already [21,22].
They show high extracellular stability, are taken up by endocytosis and are able to escape
the endosome. Additionally, they exhibit bioresponsive features in the cytosol, where the
reducing glutathione molecules break the disulfide bridges of the nanoparticle backbone,
resulting in the degradation and delivery of the cargo [22]. PAA-based nanoparticles
can transfect primary cells from rat, bovine and human origin [23]. However, no insight
into the delivery of mRNA by the nanoparticles to human primary cells of the joint and
disc is available. Nanoparticles can additionally be modified by conjugating functional
moieties to their polymeric backbone. For instance, the addition of polyethylene glycol
(PEG) to the particle surface neutralizes the otherwise positive nanoparticle charge, which
decreases the uptake by macrophages and increases colloidal stability [24]. However, a
positive charge could also be beneficial for uptake into the negatively charged cartilage
or disc matrix [25]. We therefore tested cationic nanoparticles with a positive surface
charge and nanoparticles with a non-covalent coating with PGA-PEG polymers resulting
in a neutral surface charge. More specifically, we investigated for the first time the po-
tential of PAA-based nanoparticles [26] to deliver mRNA to human primary cells most
relevant for OA and CLBP and provide a means to express therapeutical molecules by
these cells. Cell types included human nucleus pulposus and annulus fibrosus cells from
the IVD as well as human OA chondrocytes and fibroblast-like synoviocytes. Addition-
ally, we have tested M1-like macrophages, as in the synovial lining they are involved in
OA progression [27].

2. Materials and Methods
2.1. Cell Isolation and Cell Culture

The anonymous use of redundant tissue for research purposes is part of the standard
treatment agreement with patients in the Diakonessenhuis Utrecht and the University
Medical Center Utrecht and was in the UMCU carried out under protocol No. 15-092 of the
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UMCU’s Review Board of the BioBank for the joint tissues. IVD tissue was obtained as part
of the standard postmortem procedure and approved by the medical ethics committee of
the UMCU (METC No. 12-364). All material was used in line with the code on the ‘Proper
Secondary Use of Human Tissue’, installed by the Federation of Biomedical Scientific
Societies. Monocytes were isolated from buffy coats purchased from the national blood
bank (Sanquin Blood Bank, Amsterdam, The Netherlands).

2.1.1. Human Nucleus Pulposus and Annulus Fibrosus Cells

Intervertebral discs from 3 patients per tissue (nucleus pulposus: 1 female, 2 male,
age: 53 ± 11; annulus fibrosus: 2 male, 1 female, age: 49 ± 3) were dissected in a sterile manner.
Pieces of nucleus pulposus and annulus fibrosus tissue were collected separately and minced
into pieces of 1–2 mm size. Tissue fragments were washed twice in PBS containing 200 U/mL
penicillin/streptomycin (Gibco, Billings, MT, USA), 2.5 µg/mL amphotericin B (Gibco) and
50 µg/mL gentamycin (Gibco). For both tissues, tissue fragments were predigested at 37 ◦C
using 0.2% (w/w) pronase (Roche Diagnostics, Basel, Switzerland) in Dulbecco’s Modified
Eagle Medium (DMEM) (1× + GlutaMAXTM-I (+4.5 g/L D-glucose, + pyruvate) (Gibco) plus
200 U/mL penicillin/streptomycin, 2.5 µg/mL amphotericin B and 50 µg/mL Gentamycin)
for 1 h and digested at 37 ◦C in collagenase type 2 (Worthington Biochemical, Lakewood,
NJ, USA) (0.05% for nucleus pulposus, 0.1% for annulus fibrosus) in DMEM plus 200 U/mL
penicillin/streptomycin, 2.5 µg/mL amphotericin B and 50 µg/mL gentamycin overnight.
Cell debris was removed using a 70 µm cell strainer (Roth, Karlsruhe, Germany). Cells were
washed twice in DMEM and cultured in cell culture flasks using DMEM (1×) + GlutaMAXTM-
I (+4.5 g/L D-glucose, + pyruvate) plus 200 U/mL penicillin/streptomycin, 2.5 µg/mL
amphotericin B and 50 µg/mL gentamycin) plus 10% heat-inactivated fetal bovine serum
(FBS) (Biowest, Nuaillé, France). Cells were expanded from passage 1 on in expansion medium
(DMEM (1×) + GlutaMAXTM-I plus 10% FBS, 100 U/mL penicillin/streptomycin, 0.2 mM
ascorbic phosphate (Sigma-Aldrich, Saint Louis, MO, USA) (adjusted to 400 mOsmol using
NaCl for nucleus pulposus cells)). When cells started to attach, 1 ng/mL of basic fibroblast
growth factor (R&D systems, Minneapolis, MN, USA) was added to the culture medium.

2.1.2. Human OA Chondrocytes

Human articular chondrocytes from 3 patients (all female, age: 61.5 ± 2) were isolated
from articular cartilage from 3 patients with OA undergoing total knee arthroplasty. Car-
tilage was removed sterilely from the subchondral bone and minced. Tissue fragments
were predigested at 37 ◦C using 0.2% (w/w) pronase in DMEM (1×) + GlutaMAXTM-I
(+4.5 g/L D-glucose, + pyruvate) plus 100 U/mL penicillin/streptomycin for 2 h, and
digested at 37 ◦C and 5% CO2 in 0.075% collagenase type 2 in DMEM plus 200 U/mL
penicillin/streptomycin overnight. Undigested debris was removed using a 70 µm cell
strainer, followed by a PBS wash. Cells were subsequently plated and grown in a humid-
ified incubator at 37 ◦C with an expansion medium consisting of DMEM supplemented
with 10% FBS, 0.2 mM ascorbic-2-phosphate, 100 U/mL penicillin and streptomycin and
1 ng/mL of basic fibroblast growth factor. Medium was renewed every 3 days. Cells were
expanded until passage one and either cryopreserved or further expanded and used for
experiments in passages 2–4.

2.1.3. Human Fibroblast-like Synoviocytes

Human fibroblast-like synoviocytes (FLS) from 3 patients (2 female and 1 male,
age: 69 ± 8) were isolated from synovial capsule tissue from 3 patients with OA un-
dergoing total knee arthroplasty. Synovium was sterilely separated from adipose tissue
and minced. Tissue was then digested using 2 mg/mL Collagenase IV (Sigma-Aldrich)
and 0.08 mg/mL Dispase II (Gibco) in Hank’s Balanced Salt Solution (Gibco) for 2 h or
until completely digested. The digest was then fitted through an 18G needle, neutralized
with DMEM and debris was removed using a 100 µm, and, thereafter, a 40 µm cell strainer
(Roth) and washed once in DMEM. FLS were expanded in DMEM supplemented with
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10% FBS, 100 U/mL penicillin and streptomycin and 0.1 mM ascorbic-2-phosphate. Cells
were used at passages 3–4 to ensure a high percentage of fibroblast in the cell culture.

2.1.4. Human Macrophages

Primary human CD14+ monocytes were isolated from buffy coats (3 female donors,
age: 38 ± 12) by density gradient separation using Ficoll Paque Plus (GE Healthcare
Life Sciences, Piscataway, NJ, USA) followed by magnetically activated cell sorting using
human anti-CD14 microbeads (Miltenyi Biotec, Bergisch Gladbach, Germany), as described
previously [28]. The isolated CD14+ monocytes were seeded into a 96-well plate at a
density of 500,000 cells/cm2 in X-VIVOTM 15 medium (Lonza, Basel, Switzerland) with
10% heat-inactivated FBS and 100 U/mL penicillin and streptomycin. After cell attachment
(approx. 1 h after seeding), cells were stimulated for 72 h (renewed after 48 h) with 10 ng/mL
recombinant human TNF (PeproTech, Cranbury, NJ, USA) and 10 ng/mL recombinant
human IFNγ (PeproTech) for polarization towards an M1-like phenotype of cells.

2.2. Nanoparticle Formulation and Characterization

The nanoparticles were formulated as described in Pontes et al. [26]. In short: Two
monomers were synthesized for the polymer. Cystamine bis(acrylamide) was synthesized
as reported by Lin et al. [29]. The second monomer, N1-(7-chloroquinolin-4-yl)-hexane-1,6-
diamine (Q6), was produced analogously to the synthesis described by Natarajan et al. [30].
Further, a mixture of 6 and 4-aminobutanol (ABOL) was used to make a random PAAQ co-
polymer with the CBA via an aza-Michael reaction in a polar protic solvent system suitable
for this type of reaction as reported by Pontes et al. [26]. mRNA-loaded nanoparticles were
prepared by mixing poly(amidoamine)-based polymers (ps-PAAQ, 20Medtx) with EGFP
mRNA (Cleancap®, TriLink Biotechnologies, San Diego, CA, USA or CureVac, Tübingen,
Germany) in 10% trehalose 10 mM histidine buffer (pH 6.5) and incubated for at least
15 min before storage in the freezer. ps-PAAQ polymers were prepared at 1.5 mg/mL
with an mRNA concentration of 0.06 mg/mL resulting in a loading ratio of 25:1 w/w.
For polyglutamic acid–polyethylene glycol (PGA-PEG)-coated nanoparticles, the coating
material (mPEG5k-b-PLE50, Alamanda Polymers, Huntsville, AL, USA) was added to the
mRNA solution in the first step, which was then added to the ps-PAAQ polymers in the
same mixing step, using a 1:1 PGA-PEG:ps-PAAQ [w/w] ratio [26]. Nanoparticles used for
internalization experiments were co-loaded with EGFP mRNA and silencer Cy3-labeled
negative control siRNA (Invitrogen, Carlsbad, CA, USA) at a 10:1 w/w ratio.

The resulting nanoparticle size and zeta potential were measured using Multi-angle
Dynamic Light Scattering (MADLS) in the Zetasizer Ultra (Malvern Panalytical, Malvern,
UK), with three different angles: 175◦, 90◦ and 13◦. Samples were diluted ten fold in 10 mM of
Histidine 10% Trehalose buffer (pH 6.5) and loaded in a low-volume quartz cuvette (ZEN2112,
Malvern). Results were analyzed in the ZS Explorer software (version 3.0, Malvern).

2.3. Viability, Cell Number and Transfection Efficiency

Human nucleus pulposus cells and annulus fibrosus cells (P1-3) were seeded into a
96-well plate (Greiner Bio one, Kremsmünster, Austria) at a density of 15,000 cells/cm2

using the according expansion medium. Human OA chondrocytes (P2-4) were seeded into
a 96-well plate at a density of 20,000 cells/cm2 using chondrogenic medium (DMEM (1×) +
GlutaMAXTM-I (+4.5 g/L D-glucose, +Pyruvate) supplemented with 0.2 mM ascorbic-
2-phosphate, 1× ITS-X (10 mg/L insulin, 5.5 mg/L transferrin, 6.7 µg/L sodium se-
lenite, 2 mg/L ethanolamine) (Thermo Fisher Scientific, Waltham, MA, USA), 4.0 g/L
human serum albumin (Sanquin, Amsterdam, The Netherlands) and 100 U/mL peni-
cillin/streptomycin). Human fibroblast-like synoviocytes (P2-4) were seeded into a 96-well
plate at a density of 15,000 cells/cm2 using a fibroblast culture medium. Nucleus pulposus
cells, annulus fibrosus cells and chondrocytes were transfected 1 day after seeding for
24 h with EGFP mRNA-loaded nanoparticles, uncoated and PGA-PEG-coated, respec-
tively, in chondrogenic medium with 2 mM HEPES (Gibco). Fibroblast-like synoviocytes
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were transfected 1 day after seeding for 24 h using the same nanoparticles and mRNA in
DMEM (1×) + GlutaMAXTM-I (+4.5 g/L D-glucose, +Pyruvate) supplemented with 0.1 mM
ascorbic-2-phosphate, 4.0 g/L human serum albumin, 100 U/mL penicillin/streptomycin
with 2 mM HEPES. M1-like macrophages were transfected using the same nanoparticles
and mRNA in X-vivo and 100 U/mL penicillin/streptomycin and 2 mM HEPES for 24 h
after polarization.

Particle concentrations ranged from 20 to 80 µg/mL (corresponding to EGFP mRNA
concentrations of 0.8 to 3.2 µg/mL). As a positive control, cells were transfected with
EGFP mRNA (3.2 µg/mL) using Lipofectamine MessengerMaxTM reagent (Thermo Fischer
Scientific) according to the manufacturer’s protocol. Cells cultured in cell-type-specific
media with 2 mM were used as the negative control.

In order to analyze transfection efficiency and cell viability, cells were first incubated
with 5.0 µM Hoechst 33342 (Thermo Fisher Scientific) for 10 min, washed once with
DMEM (1×) + GlutaMAXTM-I (+4.5 g/L D-glucose, +Pyruvate) and incubated for 15 min
with 0.25 µM SYTOXTM Orange (Thermo Fisher Scientific). After that, cells were imaged
with a Leica SP8X confocal microscope and a 20× objective. Five random areas per well
were imaged. Total cell number, cells positive for SYTOXTM Orange and cells expressing
EGFP were counted using ImageJ’s analyze particle function [31]. The ratio of SYTOXTM

Orange-positive cells to Hoechst-positive cells was used to calculate cell viability. Transfec-
tion efficiency was calculated by determining the ratio of EGFP-positive to Hoechst-positive
cells. Normalized cell number was calculated by dividing by the average cell number of
the control. To test the effect of nanoparticle buffer on the cell count of macrophages,
CD14+ monocytes were isolated and polarized to M1-like macrophages as described
above and then stimulated with nanoparticle buffer (10% trehalose 10 mM histidine buffer
(pH 6.5)) + 20 nM Hepes for 24 h. Buffer concentrations that are equivalent to the buffer
concentration range used in the nanoparticle experiments were investigated. Afterward,
the DNA content of the cell lysate was determined using Quant-iT™ PicoGreen™ dsDNA
Assay Kit (Thermo Fisher, Waltham, MA, USA) according to the manufacturer’s protocol.

2.4. Nanoparticle Internalization

Cell internalization of the nanoparticles was investigated in Fibroblast-like synovio-
cytes and M1-like macrophages, respectively. Cells of 2 donors each were seeded with the
above-mentioned media and cell densities in a 35 mm glass-bottom micro dish (Greiner bio
one). Cells were transfected with 60 µg/mL uncoated or PGA-PEG-coated nanoparticles
loaded with EGFP mRNA and silencer Cy3-labeled negative control siRNA for 6 and 16 h
and stained for Hoechst as described above. Cells were imaged with a Leica SP8X confocal
microscope and a 63× objective. In order to quantify nanoparticle internalization, the Cy3
signal that was co-localized with the cell body was measured as the average intensity of the
Cy3 signal per cell corrected by the background signal using ImageJ. For fibroblast-like cells,
up to 30 cells per donor per group were analyzed. For M1-like macrophages, up to 60 cells
per donor per group were analyzed. To display cell outlines, M1-like macrophages were
labeled with Vybrant™ DiD Cell-Labeling Solution (Thermo Fisher Scientific) according to
the manufacturer’s protocol (20 min incubation of cells with DiD dye).

2.5. Statistics

Statistical analysis was performed using IBM® SPSS® Statistics.version 29.0.01. For
transfection studies, 3 donors with 3 replicates per condition (n = 9) were used. For
internalization studies, 2 donors with 2 replicates per donor (n = 4) were used. Residuals of
outcome values were normally distributed according to QQ plots. A randomized block
design including donor and particle concentration was used to test for statistical significance
by comparing viability, cell number and transfection efficiency. For viability and cell count
Dunnet’s post hoc testing was carried out. For transfection efficiency, a Tukey post hoc test
was carried out. To test for statistically significant differences in viability and transfection
efficiency between samples treated with nanoparticle and Lipofectamine MessengerMaxTM
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of the same mRNA concentration and to compare means values of control and samples
treated with Lipofectamine MessengerMaxTM a paired t-test was used. To compare the
viability and efficiencies of treatment with uncoated and PGA-PEG-coated nanoparticles,
a linear mixed model corrected for donor effects including a likelihood ratio test with
nanoparticle concentration as fixed and donor as random factor to calculate the p-value
was used. p < 0.05 was considered statistically significant.

3. Results
3.1. Nanoparticle Characterization
Uncoated and PGA-PEG-Coated Nanoparticles Show Different Physical Characteristics

Polymeric nanoparticles were co-formulated with either EGFP mRNA only or a mix-
ture of EGFP mRNA and Cy3-labeled nucleotide to yield nanoparticles with a loading ratio
of 25. MADLS measurement showed nanoparticle formation with average sizes, as indi-
cated in Table 1. Uncoated nanoparticles measured 110 nm and multiple resolvable peaks
(Figure S1). PGA-PEG nanoparticles measured sizes of around 60 nm and monodisperse
distribution. Furthermore, uncoated nanoparticles showed a strong positive zeta potential
of at least +20 mV, whereas PGA-PEG nanoparticles showed a near-neutral zeta potential.

Table 1. Particle characterization by Multi-angle Dynamic Light Scattering (MADLS). Results are the
combined data of three individual measurements. All nanoparticles were loaded with 60 µg/mL of
EGFP mRNA. See Supplementary Figure S1 for particle size distributions.

NP Type ps-PAAQ:mRNA
Ratio (w/w)

Peak 1 Mean by
Intensity (nm)

Polydispersity
Index (PDI)

Zeta
Potential (mV)

Uncoated 25 112.9 0.341 ± 0.079 +20.4 ± 2.4
Coated 25 58.8 0.105 ± 0.026 −0.1 ± 1.2

Uncoated +
Cy3-siRNA 25 108.7 0.317 ± 0.056 +24.8 ± 5.3

Coated +
Cy3-siRNA 25 67.4 0.205 ± 0.066 −4.4 ± 1.4

3.2. Viability
3.2.1. Toxicity of Nanoparticles Is Minor in Chondrogenic Cells and FLS

In order to investigate the influence of nanoparticle transfection on viability, apoptosis
and proliferation, viability staining and additional cell counting were performed.

In NP cells, transfection with uncoated nanoparticles showed a significant decrease
(p < 0.001) in viability (72 ± 17%) for 60 µg/mL of nanoparticle compared to control (96 ± 6%)
(Figure 1A). For all other concentrations, viability ranged from 94 ± 7% to 84 ± 16% and
showed no significant decrease compared to control. Transfection with PGA-PEG-coated
nanoparticles for any of the concentrations (viability range 99 ± 1%–94 ± 7%) showed no
significant decrease in viability when compared to control (96 ± 6%). In order to compare the
nanoparticles’ performance with already commercially available transfection agents, Lipo-
fectamine MessengerMaxTM (abbreviated as Lipofectamine) was used as a positive control.
Transfection with Lipofectamine (3.2 µg/mL mRNA) showed a significantly lower viability
(53 ± 19%, p < 0.001) and a significantly lower cell count of 0.5 ± 0.2 (p < 0.001, Figure S2A)
compared to control and compared to the equivalent condition of both nanoparticle types
(80 µg/mL nanoparticle = 3.2 µg/mL mRNA). Overall, a significant difference in viability
between NP cells treated with uncoated and PGA-PEG-coated nanoparticles was observed
(p = 0.022). No viability difference between nanoparticle types was observed in any other
tested cell type.

In annulus fibrosus (AF) cells, the viability of control cells was 83 ± 12% (Figure 1B).
In samples transfected with uncoated nanoparticles, viability ranged between 81 ± 14%
and 74 ± 17% for nanoparticle concentrations between 20 and 80 µg/mL and showed no
significant difference compared to control. For PGA-PEG-coated nanoparticles, a statisti-
cally significant decrease (p = 0.013) of viability to 67 ± 8% for the highest concentration
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was found. Lipofectamine transfection (3.2 µg/mL mRNA) showed significantly lower
viability (54 ± 18%) when compared to control (p = 0.009) and to transfection with either
nanoparticle type (80 µg/mL) (p = 0.009 for both). No effects on cell count were seen
(Figure S1B).

In the control, OA chondrocytes, viability after 24 h was 89 ± 8% and did not signifi-
cantly change for chondrocytes transfected with uncoated or PGA-PEG-coated nanopar-
ticles of any of the tested concentrations (Figure 1C). In PGA-PEG-coated nanoparti-
cle transfected cell culture at 80 µg/mL nanoparticle, a significantly higher cell count
(2.3 ± 1.8, p = 0.001) compared to control was seen (Figure S2C). As for NP cells, viability
for Lipofectamine-transfected OA chondrocytes appeared lower (71 ± 12%), but the de-
crease was not statistically significant when compared to control or cells transfected with
the nanoparticles (80 µg/mL) of either type. Lipofectamine reduced cell count significantly
(0.3 ± 0.2, p = 0.02) compared to control.

In FLS, the viability of control was 99 ± 1% (Figure 1D). Transfection with uncoated
nanoparticles had no significant effect on viability. Transfection with PGA-PEG-coated
nanoparticles showed significantly lower viability (87 ± 15%, p = 0.002) and cell count
(0.7 ± 0.3, p = 0.02) for the highest concentration only. Transfection with Lipofectamine
showed significantly lower viability (81 ± 20%, p = 0.032) and cell count (0.2 ± 0.1, p < 0.001,
Figure S2D) compared to control.

3.2.2. Toxicity in Macrophages Is Dose-Dependent

In M1 macrophages, viability seemed to decrease in a concentration-dependent man-
ner for both nanoparticle types. Transfection of M1-like macrophages with uncoated
nanoparticles showed a significantly decreased viability for 60 (79 ± 21%, p = 0.044) and
80 µg/mL (67 ± 25%, p < 0.001) compared to control (98 ± 1%) (Figure 1E). Transfection
with PGA-PEG-coated nanoparticles resulted in significantly decreased viability in the
highest concentration (63 ± 30%, p < 0.001) compared to control. Viability in the Lipofec-
tamine condition (90 ± 3%) was significantly higher compared to the equivalent mRNA
concentration of either nanoparticle type (p ≤ 0.04 for both). Transfection with Lipofec-
tamine showed no significant decrease in viability compared to control. Transfection with
either nanoparticle type increased cell count significantly to 2.3 to 3.1 for the 3 lower con-
centrations (p (uncoated) < 0.05 and p (PGA-PEG-coated) ≤ 0.002). Lipofectamine also
significantly increased macrophage cell count to 1.7 ± 0.8 (p = 0.01, Figure S2E). To exclude
that the nanoparticle buffer induced this cell count discrepancy, M1-like macrophages
from one donor were treated with nanoparticle buffer only. DNA quantification, however,
showed no differences between cells treated with any nanoparticle buffer concentration
used compared to control (Figure S3).
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3.3. Transfection Efficiency
3.3.1. Transfection Shows EGFP Expression in Chondrogenic Cells and FLS

In NP cells, incubation with both nanoparticle types, as well as Lipofectamine, resulted
in the production and detection of EGFP and, hence, successful transfection. For uncoated
nanoparticles, the lowest concentration reached a transfection efficiency of 22 ± 15.0%
(Figure 2A). Transfection increased significantly for 40 (53 ± 11%, p = 0.002) and 80 µg/mL
nanoparticles (57 ± 16%, p < 0.001) compared to the lowest concentration. Transfection
with PGA-PEG-coated nanoparticles showed very low transfection efficiency for the lowest
concentration (3 ± 3%). Yet, doubling the concentration significantly increased the transfec-
tion efficiency (22 ± 12% p < 0.001). Further increasing the nanoparticle concentration to
60 or 80 µg/mL led to a significant increase in transfection efficiency to 48–58% (p < 0.001
for both). Comparing the overall transfection efficiency of uncoated and PGA-PEG-coated
nanoparticles, a significant difference can be seen (p < 0.001, Figure 2A). Both nanoparticle
types showed significantly better transfection than Lipofectamine (40 ± 7%, p < 0.001)
when transfected with the same concentration of mRNA.

Uncoated nanoparticles also showed significant transfection in AF cells (Figure 2B).
Transfection efficiency reached 25 ± 18% for 20 µg/mL and significantly increased up
to about 45% for 60 µg/mL (p = 0.015) and 80 µg/mL (p = 0.026). Similarly to NP cells,
PGA-PEG-coated nanoparticles did show very low transfection for the lowest nanoparticle
concentration (1.0% ± 1.2). For 40 µg/mL, transfection efficiency increased significantly
to 19 ± 5% (p < 0.001), which further significantly increased to almost 40% for 60 µg/mL
and 80 µg/mL (p < 0.001 for both). Lipofectamine treatment resulted in significantly lower
transfection efficiency (24 ± 5%, p < 0.001) when compared to the corresponding condition
from both nanoparticle types. No significant difference between the transfection efficiencies
of uncoated and PGA-PEG-coated nanoparticles overall was observed.

In OA chondrocytes, transfection with uncoated nanoparticles resulted in successful
mRNA delivery for all four concentrations ranging from 14–30% transfection efficiency
(Figure 2C). Treatment with PGA-PEG-coated nanoparticles resulted in a transfection
efficiency of 7 ± 8% for the lowest concentration. An increase in nanoparticle concentration
to 40 and 60 µg/mL resulted in significantly higher transfection efficiency (31%, p < 0.001
for both). Lipofectamine-based transfection resulted in 36 ± 18% transfection, which is
significantly higher than the efficiency of the corresponding condition with PGA-PEG-
coated nanoparticles (18 ± 9%, p = 0.05). A significant difference can be seen between the
overall transfection efficiencies of uncoated and PGA-PEG-coated nanoparticles (p = 0.044,
Figure 2C).

Transfection of FLS with uncoated nanoparticles resulted in a transfection efficiency
of 62 ± 6% at 20 µg/mL that significantly increased to 78 ± 7% for 80 µg/mL (p = 0.005),
which was also significantly higher than Lipofectamine p = 0.018 (Figure 2D). Transfection
with PGA-PEG-coated nanoparticles showed similar transfection efficiency for 20 µg/mL
(65 ± 10%). Yet, at 60 and 80 µg/mL, it significantly decreased to 46–52% (p < 0.02).
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Comparing the transfection efficiency of uncoated and PGA-PEG-coated nanoparticles
as a total, a significant difference can be seen between the two particle types (p < 0.001,
Figure 2D), indicating a better performance of uncoated nanoparticles.

3.3.2. Transfection Efficiency in Macrophages Is Negligible

In M1-like macrophages, transfection with either nanoparticle type resulted in very
low transfection efficiencies of about 1% for all concentrations (Figure 2E). Lipofectamine
transfection resulted in 25 ± 6% translation, which was significantly higher than the
corresponding nanoparticle conditions (p < 0.001).
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Statistical significance (p ≤ 0.05) is displayed by * above the line.

3.4. Internalization of Nanoparticles
Macrophages Internalize Nanoparticles

Transfection with the nanoparticles did not result in the successful translation of EGFP
in macrophages. Internalization of PAA-based nanoparticles was investigated to elucidate
whether it might explain the absence of EGFP expression in macrophages. Lipofectamine
MessengerMaxTM uptake was not investigated as EGFP expression was shown for all
cell types in the previous section. Internalization was defined as the co-localization of
Cy3-labelled siRNA with the cell body and was investigated to determine limited uptake
as a potential underlying cause. FLS, which showed the highest transfection efficiency
was investigated as well. Co-localization of Cy3 signal with the cell body, here displayed
as mean Cy3 intensity per cell, was seen in both cell types (Figures 3A and 4A), indi-
cating that both FLS and macrophages take up nanoparticles. In FLS, transfection with
uncoated nanoparticles showed cy3 mean intensities per cell of 4.6 ± 1.9, which signifi-
cantly increased to 12.9 ± 60 after 16 h (Figure 3B). For PGA-PEG-coated nanoparticles,
the mean intensity after 6 and 16 h seemed higher (7.4 ± 2.7 and 15.3 ± 4.6) compared to
uncoated nanoparticles.
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is displayed by * above the line.
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better visibility). Nuclei in blue (Hoechst), scale bar: 20 µm. (B) Graphical summary of mean cy3
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In M1-like macrophages, internalization was also observed. For uncoated nanoparti-
cles, cy3 mean intensities of 3.2 ± 1.9 and 6.5 ± 1.7 were measured (Figure 4B), whereas for
PGA-PEG-coated nanoparticles, mean intensities of 2.4 ± 0.7 and 2.5 ± 0.7 were observed,
after 6 and 16 h, respectively (Figure 4B). Due to cell-type-specific cell autofluorescence
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cut-offs in the range of Cy3 emission determined by imaging the non-transfected control
of the according cell type in this analysis, a direct comparison between cell types was
not performed.

4. Discussion

Our study showed for the first time that poly (amidoamine)-based nanoparticles can
be used for intracellular delivery of mRNA in cells of the human joint and intervertebral
disc. For human nucleus pulposus cells and annulus fibrosus cells, this is the first report
of successful mRNA delivery and expression using a non-viral delivery system. Because
currently there are no commercially available polymer-based transfection agents that are
optimized for mRNA delivery, Lipofectamine MessengerMaxTM was used as a control
transfection technique. Both uncoated and PGA-PEG-coated nanoparticles induced no
or minimal viability impairment for all tested cell types, except for M1-like macrophages,
where a decreased viability was encountered at high nanoparticle concentration. In NP cells,
AF cells and FLS, viability only decreased at higher nanoparticle concentrations, for OA
chondrocytes no viability changes were seen. At the highest nanoparticle concentrations,
viability was significantly higher for the nanoparticles compared to Lipofectamine for NP
and AF cells. This overall shows that the tested cell types of the joint and intervertebral
disc are tolerating both polymeric nanoparticle types well, especially at the lower concen-
trations tested. PGA-PEG-coating did not enhance transfection efficiency, only an effect
on viability was found in NP cells. Transfection with either nanoparticle variant resulted
in the successful translation of the internalized EGFP mRNA in NP cells, AF cells, OA
chondrocytes and fibroblast-like synoviocytes. In OA chondrocytes, NP cells and AF cells,
a transfection efficiency plateau seemed to be reached at higher nanoparticle concentrations.
The maximum transfection efficiency varied per cell type and was higher for fibroblast-like
synoviocytes. Similar differences between cell types have also been observed for transfec-
tion by the nanoparticles in human bone marrow stromal cells and human synovial stem
cells [23]. Cell-type-specific differences in endosomal escape efficiency could be a reason as
seen for nanodiamonds in different cell lines [32]. In this study, the transfection efficiency of
uncoated and PGA-PEG-coated nanoparticles was tested and compared. For NP cells and
AF cells, efficiency at low concentrations seemed higher for uncoated nanoparticles com-
pared to PGA-PEG-coated nanoparticles. For FLS, the uncoated nanoparticles performed
better for the higher concentrations. The better performance of uncoated nanoparticles
seen in some of the cell types might be explained by their positive charge, which report-
edly improves attachment to the cell and subsequent endocytosis [20,33]. Our data differ
from previous results showing improved translation using PGA-PEG-coated nanoparticles
compared to uncoated nanoparticles in the C28/I2 chondrocyte cell line [34], as well as in
muscle tissue in a murine in vivo study [26]. Yet, the PGA-PEG-coated nanoparticles also
perform reasonably well. Both nanoparticle versions have their unique advantages that
might be beneficial in future research: the positive charge of the uncoated nanoparticles
might improve penetration into negatively charged cartilage or IVD matrix, whereas the
smaller more stable size and inhibited aggregation of the PGA-PEG-coated nanoparticles
might be beneficial for general tissue penetration and retention when injected into the joint
space [35]. However, to what extent our results can be extrapolated to in vivo transfection
remains to be determined. In NP and AF cells, nanoparticle transfection showed signifi-
cantly better transfection efficiency than Lipofectamine, indicating that the nanoparticles
are a promising tool to deliver mRNA in vitro and appear to be superior to commercially
available Lipofectamine MessengerMaxTM, for in vitro application. Moreover, the high cell
viability in combination with the successful transfection supports the use of nanoparticles
in vivo.

M1-like macrophages did not show any detectable expression of EGFP protein after
transfection with either type of nanoparticle, despite clear internalization. Interestingly, the
uptake of uncoated nanoparticles appeared only slightly higher, even though PEG coating
is commonly assumed to shield particle uptake by macrophages [36]. However, Lipofec-
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tamine was able to transfect the macrophages. One reason for the discrepancy compared to
the nanoparticles might be different uptake routes. Lipofectamine-mediated uptake report-
edly takes depends on micropinocytosis and phagocytosis [37]. Also, membrane fusion was
indicated as an uptake mechanism, as blocking endocytic pathways still showed successful
siRNA delivery into dendritic cells [38]. The PAA-based nanoparticles, on the contrary,
may be taken up by a different pathway like flotillin-1-dependent endocytosis [39]. In
macrophages, flotillin is involved in the efficient functioning of phagolysosomes to fend off
pathogens like fungi, which might indicate that the nanoparticles and loaded nucleic acids
might similarly be degraded by using this path of cell entry [40]. An approach to enhance
transfection and translation in macrophages is to use mRNA resistant to degradation using
modified nucleotides, e.g., pseudo pyridine or 5-methyl-cytidine [41]. However, the lack of
translation may also be an advantage. If for example, FLS would be the target cell type,
off-target effects of gene activity modulation in macrophages can be excluded.

The increase in M1-like macrophage cell number by transfection with nanoparticles
or Lipofectamine is, as such, difficult to explain. Previous findings correlated exposure to
biomaterial with macrophage proliferation [42]. So, the contact with the transfection agents
itself might explain the increased cell number. Generally, successful transfection and low
cytotoxicity of the connective tissue cells were shown. However, in vivo, the extracellular
matrix of the IVD and cartilage might affect nanoparticle internalization by resident cells. In
addition, particle clearance from the joint space might also hinder the effectivity in vivo [43].
In vivo, poly (N-isopropyl acrylamide) nanoparticles injected in healthy rat joints were
shown to penetrate the cartilage and remain in the tissue for days [44]. Moreover, collagen
II antibody-conjugated polymeric nanoparticles were successful at delivering siRNA and
stopping the progression of post-traumatic OA in a mouse model [45], supporting the feasi-
bility of such an approach. However, several factors have been shown to affect nanoparticle
penetration into dense ECM, such as size, charge and polymer composition [46]. An addi-
tional complicating factor is the degree to which nanoparticles are prone to protein corona
formation, which increases their size but may also affect uptake otherwise [47–49]. It is
worth noting that delivery into chondrocytes and NP cells may not be required for all gene
targets, as overexpression of a gene encoding a particular secreted modulatory protein
may also be achieved by joint cells that are more accessible to nanoparticles. Alternatively,
gene modulation can also be achieved by using exogenously added cells pretreated with
nanoparticle-delivered nucleic acids and producing the therapeutic protein [50].

In conclusion, the current data show for the first time the feasibility and effectivity
of using PAA-based nanoparticles as an mRNA delivery system for cells involved in OA
and IVDD in vitro. This work is a necessary basis for future investigations of polymeric
nanoparticles for mRNA delivery in OA and CLBP. To overcome the limitations of mono-
layer culture and bridge the gap to clinical use, 3D culture models or ex vivo tissue cultures
should be used to further investigate the feasibility of polymeric nanoparticles for nu-
cleotide delivery in OA and CLBP. Future in vivo studies will provide final evidence for
their clinical applicability in these diseases.
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Scattering (MADLS) data for all nanoparticle types investigated; Figure S2: Cell count determined as
Hoechst-positive cells for A: NP cells, B: AF cells, C: OA chondrocytes, D: fibroblast-like synoviocytes
and E: M1-like macrophages; Figure S3: PicoGreen analysis of M1-like macrophages treated with
nanoparticle buffer.

Author Contributions: Conceptualization, K.A.M., A.P.P., L.U., J.P.G., P.C.W., T.J.M.W., J.R. and
L.B.C.; data curation, K.A.M., F.Y.W.H. and C.J.-C.; funding acquisition, T.J.M.W. and L.B.C.; inves-
tigation, K.A.M., F.Y.W.H., A.P.P. and C.J.-C.; methodology, K.A.M., A.P.P., C.J.-C., L.U., J.P.G. and
J.R.; resources, A.P.P. and J.R.; supervision, J.P.G., P.C.W., T.J.M.W. and L.B.C.; writing—original draft,
K.A.M. and L.B.C.; writing—review and editing, K.A.M., F.Y.W.H., A.P.P., C.J.-C., L.U., J.P.G., P.C.W.,
T.J.M.W., J.R. and L.B.C. All authors have read and agreed to the published version of the manuscript.

https://www.mdpi.com/article/10.3390/pharmaceutics16040438/s1
https://www.mdpi.com/article/10.3390/pharmaceutics16040438/s1


Pharmaceutics 2024, 16, 438 13 of 15

Funding: This project has received funding from the European Union’s Horizon 2020 research and
innovation programme under the Marie Sklodowska-Curie grant agreement No. 955335 and grant
agreement No. 825925 and the Dutch Arthritis Foundation under grant number LLP12 and grant
number LLP14.

Institutional Review Board Statement: This study was conducted according to the guidelines of
the Declaration of Helsinki, and approved by the UMCU’s Review Board of the BioBank for the
joint tissues and the medical ethics committee of the UMCU. In more detail: The anonymous use of
redundant tissue for research purposes is part of the standard treatment agreement with patients
in the Diakonessenhuis Utrecht and the University Medical Center Utrecht and was in the UMCU
carried out under protocol No. 15-092 (28 August 2020) of the UMCU’s Review Board of the BioBank
for the joint tissues. IVD tissue was obtained as part of the standard postmortem procedure and
approved by the medical ethics committee of the UMCU (METC No. 12-364, 30 July 2012). All
material was used in line with the code ‘Proper Secondary Use of Human Tissue’, installed by the
Federation of Biomedical Scientific Societies. Monocytes were isolated from buffy coats purchased
from the national blood bank (Sanquin Blood Bank, Amsterdam, The Netherlands).

Informed Consent Statement: Not applicable.

Data Availability Statement: The datasets generated during and/or analyzed during the current
study are available from the corresponding author upon reasonable request.

Conflicts of Interest: K.A.M., F.Y.W.H., C.J.C., L.U., J.P.G. and P.C.W. declare no conflicts of interest.
A.P.P. and J.R. are employees of 20Med Therapeutics B.V. The company had no role in the design
of the study; in the collection, analyses, or interpretation of data; in the writing of the manuscript;
or in the decision to publish the results. T.J.M.W. is a shareholder of Chondropeptix, inventor of
WO2017/178251, WO2017/178253 and WO2023/280615. The company had no role in the design of
the study; in the collection, analysis, or interpretation of data; in the writing of the manuscript; or in
the decision to publish the results. L.B.C. is CSO of Epione Tx. The company had no role in the design
of the study; in the collection, analysis, or interpretation of data; in the writing of the manuscript; or
in the decision to publish the results.

References
1. Rustenburg, C.M.E.; Emanuel, K.S.; Peeters, M.; Lems, W.F.; Vergroesen, P.A.; Smit, T.H. Osteoarthritis and intervertebral disc

degeneration: Quite different, quite similar. JOR Spine 2018, 1, e1033. [CrossRef] [PubMed]
2. Meucci, R.D.; Fassa, A.G.; Faria, N.M.X. Prevalence of chronic low back pain: Systematic review. Rev. Saude Publica 2015, 49, 1.

[CrossRef] [PubMed]
3. Long, H.; Liu, Q.; Yin, H.; Wang, K.; Diao, N.; Zhang, Y.; Lin, J.; Guo, A. Prevalence Trends of Site-Specific Osteoarthritis From

1990 to 2019: Findings From the Global Burden of Disease Study 2019. Arthritis Rheumatol. 2022, 74, 1172–1183. [CrossRef]
[PubMed]

4. Mobasheri, A.; Batt, M. An update on the pathophysiology of osteoarthritis. Ann. Phys. Rehabilitat. Med. 2016, 59, 333–339.
[CrossRef]

5. Richard, M.J.; Driban, J.B.; McAlindon, T.E. Pharmaceutical treatment of osteoarthritis. Osteoarthr. Cartil. 2023, 31, 458–466.
[CrossRef]

6. Hsu, E.; Murphy, S.; Chang, D.; Cohen, S.P. Expert opinion on emerging drugs: Chronic low back pain. Expert Opin. Emerg. Drugs
2014, 20, 103–127. [CrossRef]

7. Rand, J.A.; Trousdale, R.T.; Ilstrup, D.M.; Harmsen, W.S. Factors Affecting the Durability of Primary Total Knee Prostheses. JBJS
2003, 85, 259–265. [CrossRef]

8. Zhao, L.; Manchikanti, L.; Kaye, A.D.; Abd-Elsayed, A. Treatment of Discogenic Low Back Pain: Current Treatment Strategies
and Future Options-a Literature Review. Curr. Pain Headache Rep. 2019, 23, 86. [CrossRef]

9. Sarzi-Puttini, P.; Cimmino, M.A.; Scarpa, R.; Caporali, R.; Parazzini, F.; Zaninelli, A.; Atzeni, F.; Canesi, B. Osteoarthritis: An
overview of the disease and its treatment strategies. In Seminars in Arthritis and Rheumatism; Elsevier: Amsterdam, The Netherlands,
2005; pp. 1–10.

10. Knezevic, N.N.; Mandalia, S.; Raasch, J.; Knezevic, I.; Candido, K.D. Treatment of chronic low back pain–new approaches on the
horizon. J. Pain Res. 2017, 10, 1111. [CrossRef]

11. Park, P.; Garton, H.J.; Gala, V.C.; Hoff, J.T.; McGillicuddy, J.E. Adjacent Segment Disease after Lumbar or Lumbosacral Fusion:
Review of the Literature. Spine (Phila Pa 1976) 2004, 29, 1938–1944. [CrossRef]

12. Steinert, A.F.; Nöth, U.; Tuan, R.S. Concepts in gene therapy for cartilage repair. Injury 2008, 39, 97–113. [CrossRef] [PubMed]
13. Dimitroulas, T.; Lambe, T.; Raphael, J.H.; Kitas, G.D.; Duarte, R.V. Biologic drugs as analgesics for the management of low back

pain and sciatica. Pain Med. 2019, 20, 1678–1686. [CrossRef] [PubMed]

https://doi.org/10.1002/jsp2.1033
https://www.ncbi.nlm.nih.gov/pubmed/31463450
https://doi.org/10.1590/S0034-8910.2015049005874
https://www.ncbi.nlm.nih.gov/pubmed/26487293
https://doi.org/10.1002/art.42089
https://www.ncbi.nlm.nih.gov/pubmed/35233975
https://doi.org/10.1016/j.rehab.2016.07.004
https://doi.org/10.1016/j.joca.2022.11.005
https://doi.org/10.1517/14728214.2015.993379
https://doi.org/10.2106/00004623-200302000-00012
https://doi.org/10.1007/s11916-019-0821-x
https://doi.org/10.2147/JPR.S132769
https://doi.org/10.1097/01.brs.0000137069.88904.03
https://doi.org/10.1016/j.injury.2008.01.034
https://www.ncbi.nlm.nih.gov/pubmed/18313477
https://doi.org/10.1093/pm/pny214
https://www.ncbi.nlm.nih.gov/pubmed/30576566


Pharmaceutics 2024, 16, 438 14 of 15

14. Huang, H.; Lin, Y.; Jiang, Y.; Yao, Q.; Chen, R.; Zhao, Y.-Z.; Kou, L. Recombinant protein drugs-based intra articular drug delivery
systems for osteoarthritis therapy. Eur. J. Pharm. Biopharm. 2023, 183, 33–46. [CrossRef] [PubMed]

15. Schellekens, H.; Jiskoot, W. Immunogenicity of therapeutic proteins. In Pharmaceutical Biotechnology; Crommelin, D., Sindelar, R.,
Meibohm, B., Eds.; Springer Science+ Business Media: New York, NY, USA, 2013.

16. Schillberg, S.; Raven, N.; Spiegel, H.; Rasche, S.; Buntru, M. Critical analysis of the commercial potential of plants for the
production of recombinant proteins. Front. Plant Sci. 2019, 10, 720. [CrossRef]

17. Thomas, C.E.; Ehrhardt, A.; Kay, M.A. Progress and problems with the use of viral vectors for gene therapy. Nat. Rev. Genet. 2003,
4, 346–358. [CrossRef]

18. Lux, C.T.; Scharenberg, A.M. Therapeutic Gene Editing Safety and Specificity. Hematol./Oncol. Clin. N. Am. 2017, 31, 787–795.
[CrossRef]

19. Sahin, U.; Karikó, K.; Türeci, Ö. MRNA-based therapeutics-developing a new class of drugs. Nat. Rev. Drug Discov. 2014, 13,
759–780. [CrossRef]

20. Namvar, A.; Bolhassani, A.; Khairkhah, N.; Motevalli, F. Physicochemical properties of polymers: An important system to
overcome the cell barriers in gene transfection. Biopolymers 2015, 103, 363–375. [CrossRef]

21. Lin, C.; Engbersen, J.F.J. PEGylated bioreducible poly(amido amine)s for non-viral gene delivery. Mater. Sci. Eng. C 2011, 31,
1330–1337. [CrossRef]

22. Lin, C.; Zhong, Z.; Lok, M.C.; Jiang, X.; Hennink, W.E.; Feijen, J.; Engbersen, J.F.J. Novel bioreducible poly(amido amine)s for
highly efficient gene delivery. Bioconjug. Chem. 2007, 18, 138–145. [CrossRef]

23. Sturm, L.; Schwemberger, B.; Menzel, U.; Häckel, S.; Albers, C.E.; Plank, C.; Rip, J.; Alini, M.; Traweger, A.; Grad, S.; et al. In vitro
evaluation of a nanoparticle-based mrna delivery system for cells in the joint. Biomedicines 2021, 9, 794. [CrossRef]

24. García, K.P.; Zarschler, K.; Barbaro, L.; Barreto, J.A.; O’Malley, W.; Spiccia, L.; Stephan, H.; Graham, B. Zwitterionic-coated
“stealth” nanoparticles for biomedical applications: Recent advances in countering biomolecular corona formation and uptake by
the mononuclear phagocyte system. Small 2014, 10, 2516–2529. [CrossRef]

25. Bajpayee, A.G.; Grodzinsky, A.J. Cartilage-targeting drug delivery: Can electrostatic interactions help? Nat. Rev. Rheumatol. 2017,
13, 183–193. [CrossRef]

26. Pontes, A.P.; van der Wal, S.; Roelofs, K.; Grobbink, A.; Creemers, L.B.; Engbersen, J.F.; Rip, J. A poly(amidoamine)-based
polymeric nanoparticle platform for efficient in vivo delivery of mRNA. Biomater. Adv. 2024, 156, 213713. [CrossRef] [PubMed]

27. Chen, Y.; Jiang, W.; Yong, H.; He, M.; Yang, Y.; Deng, Z.; Li, Y. Macrophages in osteoarthritis: Pathophysiology and therapeutics.
Am. J. Transl. Res. 2020, 12, 261–268. [PubMed]

28. Grotenhuis, N.; Bayon, Y.; Lange, J.F.; Van Osch, G.J.V.M.; Bastiaansen-Jenniskens, Y.M. A culture model to analyze the acute
biomaterial-dependent reaction of human primary macrophages. Biochem. Biophys. Res. Commun. 2013, 433, 115–120. [CrossRef]
[PubMed]

29. Lin, C.; Zhong, Z.; Lok, M.C.; Jiang, X.; Hennink, W.E.; Feijen, J.; Engbersen, J.F. Linear poly (amido amine) s with secondary
and tertiary amino groups and variable amounts of disulfide linkages: Synthesis and in vitro gene transfer properties. J. Control.
Release 2006, 116, 130–137. [CrossRef] [PubMed]

30. Natarajan, J.K.; Alumasa, J.N.; Yearick, K.; Ekoue-Kovi, K.A.; Casabianca, L.B.; De Dios, A.C.; Wolf, C.; Roepe, P.D. 4-N-, 4-S-,
and 4-O-chloroquine analogues: Influence of side chain length and quinolyl nitrogen p K a on activity vs chloroquine resistant
malaria. J. Med. Chem. 2008, 51, 3466–3479. [CrossRef] [PubMed]

31. Schneider, C.A.; Rasband, W.S.; Eliceiri, K.W. NIH Image to ImageJ: 25 years of image analysis. Nat. Methods 2012, 9, 671–675.
[CrossRef] [PubMed]

32. Zhang, Y.; Sharmin, R.; Sigaeva, A.; Klijn, C.W.M.; Mzyk, A.; Schirhagl, R. Not all cells are created equal–endosomal escape in
fluorescent nanodiamonds in different cells. Nanoscale 2021, 13, 13294–13300. [CrossRef] [PubMed]

33. Floyd, T.G.; Song, J.I.; Hapeshi, A.; Laroque, S.; Hartlieb, M.; Perrier, S. Bottlebrush copolymers for gene delivery: Influence of
architecture, charge density, and backbone length on transfection efficiency. J. Mater. Chem. B 2022, 10, 3696–3704. [CrossRef]
[PubMed]

34. Pontes, A.P.; van der Wal, S.; Ranamalla, S.R.; Roelofs, K.; Tomuta, I.; Creemers, L.B.; Rip, J. Cell uptake and intracellular
trafficking of bioreducible poly(amidoamine) nanoparticles for efficient mRNA translation in chondrocytes. Front. Bioeng.
Biotechnol. 2023, 11, 1290871. [CrossRef]

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

36. Sanchez, L.; Yi, Y.; Yu, Y. Effect of partial PEGylation on particle uptake by macrophages. Nanoscale 2017, 9, 288–297. [CrossRef]
37. De Haes, W.; Van Mol, G.; Merlin, C.; De Smedt, S.C.; Vanham, G.; Rejman, J. Internalization of mRNA lipoplexes by dendritic

cells. Mol. Pharm. 2012, 9, 2942–2949. [CrossRef]
38. Lu, J.J.; Langer, R.; Chen, J. A Novel Mechanism Is Involved in Cationic Lipid-Mediated Functional siRNA Delivery. Mol. Pharm.

2009, 6, 763–771. [CrossRef]
39. Vercauteren, D.; Piest, M.; van der Aa, L.J.; Al Soraj, M.; Jones, A.T.; Engbersen, J.F.; De Smedt, S.C.; Braeckmans, K.

Flotillin-dependent endocytosis and a phagocytosis-like mechanism for cellular internalization of disulfide-based poly(amido
amine)/DNA polyplexes. Biomaterials 2011, 32, 3072–3084. [CrossRef]

https://doi.org/10.1016/j.ejpb.2022.12.012
https://www.ncbi.nlm.nih.gov/pubmed/36563886
https://doi.org/10.3389/fpls.2019.00720
https://doi.org/10.1038/nrg1066
https://doi.org/10.1016/j.hoc.2017.05.002
https://doi.org/10.1038/nrd4278
https://doi.org/10.1002/bip.22638
https://doi.org/10.1016/j.msec.2011.04.017
https://doi.org/10.1021/bc060200l
https://doi.org/10.3390/biomedicines9070794
https://doi.org/10.1002/smll.201303540
https://doi.org/10.1038/nrrheum.2016.210
https://doi.org/10.1016/j.bioadv.2023.213713
https://www.ncbi.nlm.nih.gov/pubmed/38071770
https://www.ncbi.nlm.nih.gov/pubmed/32051751
https://doi.org/10.1016/j.bbrc.2013.02.054
https://www.ncbi.nlm.nih.gov/pubmed/23485466
https://doi.org/10.1016/j.jconrel.2006.09.009
https://www.ncbi.nlm.nih.gov/pubmed/17079046
https://doi.org/10.1021/jm701478a
https://www.ncbi.nlm.nih.gov/pubmed/18512900
https://doi.org/10.1038/nmeth.2089
https://www.ncbi.nlm.nih.gov/pubmed/22930834
https://doi.org/10.1039/D1NR02503A
https://www.ncbi.nlm.nih.gov/pubmed/34477735
https://doi.org/10.1039/D2TB00490A
https://www.ncbi.nlm.nih.gov/pubmed/35441653
https://doi.org/10.3389/fbioe.2023.1290871
https://doi.org/10.1016/j.addr.2015.09.012
https://doi.org/10.1039/C6NR07353K
https://doi.org/10.1021/mp3003336
https://doi.org/10.1021/mp900023v
https://doi.org/10.1016/j.biomaterials.2010.12.045


Pharmaceutics 2024, 16, 438 15 of 15

40. Schmidt, F.; Thywißen, A.; Goldmann, M.; Cunha, C.; Cseresnyés, Z.; Schmidt, H.; Rafiq, M.; Galiani, S.; Gräler, M.H.; Chamilos,
G.; et al. Flotillin-Dependent Membrane Microdomains Are Required for Functional Phagolysosomes against Fungal Infections.
Cell Rep. 2020, 32, 108017. [CrossRef]

41. Moradian, H.; Roch, T.; Lendlein, A.; Gossen, M. mRNA transfection-induced activation of primary human monocytes and
macrophages: Dependence on carrier system and nucleotide modification. Sci. Rep. 2020, 10, 4181. [CrossRef] [PubMed]

42. Wissing, T.B.; Van Haaften, E.E.; Koch, S.E.; Ippel, B.D.; Kurniawan, N.A.; Bouten, C.V.C.; Smits, A.I.P.M. Hemodynamic loads
distinctively impact the secretory profile of biomaterial-activated macrophages-implications for in situ vascular tissue engineering.
Biomater. Sci. 2020, 8, 132–147. [CrossRef] [PubMed]

43. Evans, C.H.; Kraus, V.B.; Setton, L.A. Progress in intra-articular therapy. Nat. Rev. Rheumatol. 2014, 10, 11–22. [CrossRef]
[PubMed]

44. Deloney, M.; Smart, K.; Christiansen, B.A.; Panitch, A. Thermoresponsive, hollow, degradable core-shell nanoparticles for
intra-articular delivery of anti-inflammatory peptide. J. Control. Release 2020, 323, 47–58. [CrossRef] [PubMed]

45. Bedingfield, S.K.; Colazo, J.M.; Yu, F.; Liu, D.D.; Jackson, M.A.; Himmel, L.E.; Cho, H.; Crofford, L.J.; Hasty, K.A.; Duvall, C.L.
Amelioration of post-traumatic osteoarthritis via nanoparticle depots delivering small interfering RNA to damaged cartilage. Nat.
Biomed. Eng. 2021, 5, 1069–1083. [CrossRef] [PubMed]

46. Brown, S.; Pistiner, J.; Adjei, I.M.; Sharma, B. Nanoparticle Properties for Delivery to Cartilage: The Implications of Disease State,
Synovial Fluid, and Off-Target Uptake. Mol. Pharm. 2019, 16, 469–479. [CrossRef] [PubMed]

47. Caracciolo, G.; Callipo, L.; De Sanctis, S.C.; Cavaliere, C.; Pozzi, D.; Laganà, A. Surface adsorption of protein corona controls
the cell internalization mechanism of DC-Chol-DOPE/DNA lipoplexes in serum. Biochim. Biophys. Acta Biomembr. 2010, 1798,
536–543. [CrossRef]

48. Berrecoso, G.; Crecente-Campo, J.; Alonso, M.J. Unveiling the pitfalls of the protein corona of polymeric drug nanocarriers. Drug
Deliv. Transl. Res. 2020, 10, 730–750. [CrossRef]

49. Digiacomo, L.; Cardarelli, F.; Pozzi, D.; Palchetti, S.; Digman, M.A.; Gratton, E.; Capriotti, A.L.; Mahmoudi, M.; Caracciolo,
G. An apolipoprotein-enriched biomolecular corona switches the cellular uptake mechanism and trafficking pathway of lipid
nanoparticles. Nanoscale 2017, 9, 17254–17262. [CrossRef]

50. Garcia, J.P.; Stein, J.; Cai, Y.; Riemers, F.; Wexselblatt, E.; Wengel, J.; Tryfonidou, M.; Yayon, A.; Howard, K.A.; Creemers, L.B.
Fibrin-hyaluronic acid hydrogel-based delivery of antisense oligonucleotides for ADAMTS5 inhibition in co-delivered and
resident joint cells in osteoarthritis. J. Control. Release 2019, 294, 247–258. [CrossRef]

Disclaimer/Publisher’s Note: The statements, opinions and data contained in all publications are solely those of the individual
author(s) and contributor(s) and not of MDPI and/or the editor(s). MDPI and/or the editor(s) disclaim responsibility for any injury to
people or property resulting from any ideas, methods, instructions or products referred to in the content.

https://doi.org/10.1016/j.celrep.2020.108017
https://doi.org/10.1038/s41598-020-60506-4
https://www.ncbi.nlm.nih.gov/pubmed/32144280
https://doi.org/10.1039/C9BM01005J
https://www.ncbi.nlm.nih.gov/pubmed/31709425
https://doi.org/10.1038/nrrheum.2013.159
https://www.ncbi.nlm.nih.gov/pubmed/24189839
https://doi.org/10.1016/j.jconrel.2020.04.007
https://www.ncbi.nlm.nih.gov/pubmed/32278830
https://doi.org/10.1038/s41551-021-00780-3
https://www.ncbi.nlm.nih.gov/pubmed/34413494
https://doi.org/10.1021/acs.molpharmaceut.7b00484
https://www.ncbi.nlm.nih.gov/pubmed/28669194
https://doi.org/10.1016/j.bbamem.2009.11.007
https://doi.org/10.1007/s13346-020-00745-0
https://doi.org/10.1039/C7NR06437C
https://doi.org/10.1016/j.jconrel.2018.12.030

	Introduction 
	Materials and Methods 
	Cell Isolation and Cell Culture 
	Human Nucleus Pulposus and Annulus Fibrosus Cells 
	Human OA Chondrocytes 
	Human Fibroblast-like Synoviocytes 
	Human Macrophages 

	Nanoparticle Formulation and Characterization 
	Viability, Cell Number and Transfection Efficiency 
	Nanoparticle Internalization 
	Statistics 

	Results 
	Nanoparticle Characterization 
	Viability 
	Toxicity of Nanoparticles Is Minor in Chondrogenic Cells and FLS 
	Toxicity in Macrophages Is Dose-Dependent 

	Transfection Efficiency 
	Transfection Shows EGFP Expression in Chondrogenic Cells and FLS 
	Transfection Efficiency in Macrophages Is Negligible 

	Internalization of Nanoparticles 

	Discussion 
	References

