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Pompe disease is an inherited disorder originating from the enzyme acid alpha-glucosidase (GAA)
deficiency that induces glycogen accumulation inside lysosomes. Enzyme replacement therapy (ERT) is the
main treatment for Pompe disease. However, its effectivity is reduced by the immune response, enzyme
proteolysis, and the enzyme difficulty in crossing the blood—brain barrier (BBB). This work aimed to design
and synthesize enzymatic nanoreactors based on the enzyme confinement inside virus-like particles to
improve the ERT for Pompe disease. The GAA confinement was performed by self-assembling the coat
proteins of the brome mosaic virus in the presence of GAA. Then, nanoreactors were surface
functionalized with a 6-phosphate mannose derivative using modified polyethylene glycol (PEG) to improve
their capacity to cross the brain—blood barrier (BBB). The functionalized enzymatic nanoreactors showed a
1.6 times faster crossing rate than the unfunctionalized nanoreactors in an in vitro model of the BBB. In
conclusion, enzymatic nanoreactors with GAA activity were successfully synthesized and functionalized with
a 6-phosphate mannose derivative to improve the enzyme replacement therapy (ERT) and reduce the
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immunogenic response for Pompe disease treatment. The advantages of using virus-like particles as
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1. Introduction

Pompe disease (PD) is an inherited neuromuscular disorder origi-
nating from a deficiency of the lysosomal enzyme acid-o-glucosidase
(GAA), which hydrolyzes lysosomal glycogen to obtain free glucose-1-
phosphate."” Pompe disease is also known as glycogen storage
disease type II (GSD II) or acid-maltase disease (AMD). A lack of GAA
leads to glycogen accumulation in the lysosomes of cardiac, skeletal,
and muscle cells and the central and peripheral nervous systems.
Patients suffering from PD will present clinical manifestations such
as muscular dystrophies, respiratory dysfunctions, cardiac dysfunc-
tions, hepatomegaly, and cardiomegaly, among others.** The most
severe form is infantile-onset PD, presenting shortly after birth with
symptoms of cardiomyopathy, respiratory failure, and skeletal
muscle weakness.” Pompe disease incidence is approximately 1 in
23000 births.®

Enzyme replacement therapy (ERT) has been the standard of
care for 15 years, slowing Pompe disease progression, particularly

Centro de Nanociencias y Nanotecnologia, Universidad Nacional Autonoma de
Meéxico, Km 107 carretera Tijuana, Ensenada, Baja California, 22860, Mexico.
E-mail: rvd@ens.cnyn.unam.mx

t Electronic supplementary information (ESI) available. See DOI: https://doi.org/
10.1039/d4ma00943f

© 2025 The Author(s). Published by the Royal Society of Chemistry

enzyme nanocarriers for treating Pompe disease are discussed.

in cardiomyopathy, and improving survival rates. ERT involves the
systemic delivery of exogenous therapeutic enzymes by the sys-
temic route. In the case of Pompe disease, the treatment utilizes
GAA, which was approved by the “Food and Drug Administration”
(FDA) in 2008.” Since then, it has been the primary treatment to
combat PD, whose drawbacks are related to the activation of the
immune system, the degradation of the enzyme by proteolysis, and
the difficulties of the enzyme in crossing the brain blood-brain
barrier.”* Thus, seeking and developing alternatives to overcome
these obstacles is necessary.

Recently, the use of viral capsids or virus-like particles (VLPs)
for ERT has been proposed.' The encapsulation of the enzyme
inside the VLPs shows several advantages when compared to the
administration of exogenous free enzymes, such as protection
against proteolysis, increasing the lifetime of the enzyme activity
in the body, the possibility of ligand-functionalization to be
recognized by specific cell receptors, and the reduction of immu-
nogenic response. The encapsulation of enzymes into VLPs for
different purposes has been recently reviewed."'™* Specifically, for
ERT, there are a few examples of using VLPs as enzyme nanocar-
riers in the literature. Glucocerebrosidase and o-galactosidase A,
deficient enzymes in Gaucher'® and Fabry'® diseases, were encap-
sulated in VLPs from the cowpea chlorotic mottle virus (CCMV).
The external nanoreactor surface was conjugated with PEG to
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improve the overall biodistribution and functionalized with a
mannose group to enhance the targeting of diseased cells."”
On the other hand, virus-based enzymatic nanoreactors were
proposed as an alternative for the ERT of classic galactosemia.'®
Galactose-1-phosphate uridylyl-transferase (GALT) was encapsu-
lated into plant virus capsids by a molecular self-assembly strategy.
These virus-based GALT nanoreactors were effectively internalized
into different human cell lines, such as hepatocytes, fibroblasts,
and kidney cells, as demonstrated in vitro. Finally, the encapsula-
tion of the enzyme B-glucocerebrosidase into VLPs from the brome
mosaic virus (BMV) as a potential ERT for Gaucher disease was
reported.”> The enzymatic nanoreactors were functionalized on
their surface with PEG-mannose to be targeted to macrophages.
The mannose-targeted enzymatic nanoreactors showed enhanced
internalization into macrophage cells."®

In this work, the enzyme acid alpha-glucosidase (GAA) was
encapsulated into VLP-based enzymatic nanoreactors for the
ERT of Pompe disease. Nanoreactors with retained GAA enzyme
activity were synthesized by optimizing the assembly of GAA
with the BMV virus’s coat proteins. Furthermore, nanoreactors
were functionalized with a 6-phosphate mannose derivative to
target lysosome delivery and improve their BBB-crossing cap-
ability (Fig. 1). The BBB delivery has been evaluated through an
in vitro model demonstrating the potential of the developed
nanoreactors in treating Pompe disease.

2. Materials and methods

2.1. Reagents

Recombinant human lysosomal acid alpha-glucosidase (GAA)
was purchased from R&D Systems (Minneapolis, MN). The
human blood-brain barrier modeling kit (Cat. 8738) was
obtained from ScienCell Research Laboratories (San Diego,
CA). The kit includes human umbilical vein endothelial cells
(HUVEC), human brain vascular pericytes (HBVP), and human
astrocytes (HA). a-Man-6-phosphate-PEG;-azide (M6P-PEG;3-N3)
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Fig. 1 Schematic diagram for functionalization of VLPs with the mannose-6-phosphate derivative and cyanine5 dye.
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was obtained from Sussex Research Laboratories Inc. (Canada).
(1R,8S8,9s)-Bicyclo[6.1.0]non-4-yn-9-ylmethyl N-succinimidyl car-
bonate (BCN-NHS) was obtained from Sigma Aldrich (St. Louis,
MO). The fluorescent dye, sulfo-cyanine5-NHS ester, was
obtained from Lumiprobe Life Science Solutions (USA).

2.2. BMYV production and coat protein purification

The VLPs were produced and purified from the native virus, as
previously reported."® The native BMV virus was amplified
through the infection of barley plants (Hordeum vulgare). Briefly,
young barley leaves were inoculated with the BMV. Once the
leaves showed the infection pattern, they were harvested and
liquefied in a blender in a buffer containing 0.5 M sodium
acetate and 80 mM magnesium acetate at pH 4.5. The resulting
macerated material was filtered through cheesecloth, and then
chloroform (1:1 v/v) was added to the filtrate and mixed. The
mixture was centrifuged at 10000 rpm, 4 °C, for 20 min. The
upper aqueous phase containing the BMV virions was collected
and stirred at 4 °C overnight. The aqueous mixture was then
ultracentrifuged on a 5 mL sucrose cushion at 32 000 rpm, 4 °C,
for 2 h. After centrifugation, the supernatant was discarded, and
a pellet containing the BMV virions was resuspended in a buffer
containing 50 mM sodium acetate and 8 mM magnesium
acetate at pH 4.5. Then, the BMV virion suspension was poured
into a previously prepared centrifuge tube with a sucrose density
gradient (10-40%) and centrifuged at 30000 rpm, 4 °C, for 2 h.
After centrifugation, the tube was examined under white light to
confirm the presence of the blue phase containing the viruses.
The blue phase was centrifuged at 32000 rpm, 4 °C, for 3 h to
concentrate the virions in the pellet.

Then, the BMV virions were disassembled by dialysis
(12 kDa cutoff membrane) against the disassembly buffer
(0.5 M CaCl,, 1 mM EDTA, 0.5 mM phenylmethylsulfonyl
fluoride, and 50 mM Tris-HCI, pH 7.4) for 24 h at 4 °C. Then,
the resulting disassembled coat protein (CP) was centrifuged at
50000 rpm, 4 °C, for 8.5 h. The supernatant containing the CP
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was collected in 0.5 mL fractions, and the virus genetic material
pellet was discarded. The CP purity of the fractions was
estimated using the A,g0/A,60 NM quotient. The best fractions
(Azg0/A260 = 1.5) were combined and stored.

2.3. Synthesis of enzymatic nanoreactors containing acid
alpha-glucosidase (GAA)

The self-assembly process, based on the complementarity of
electrostatic charges between the internal surface of the BMV
capsid protein and the surface of the GAA molecule, is the
mechanism for encapsulating enzyme molecules.'” Therefore,
the electrostatic properties of the GAA enzyme and the BMV
capsid protein were studied using Shrédinger™ Maestro software
(version 2019-1). The coordinates of the crystallographic structure
of human GAA (PDB 5KZW) and the BMV capsid protein (PDB
1JS9) were obtained from the central repository of protein data
(Protein Data Bank). The Poisson-Boltzmann equation was used
to model the surface electrical charge distribution of the GAA
enzyme and the BMV capsid protein to determine the GAA-CP
electrostatic interactions for VLP formation.

Enzymatic nanoreactors were formed by self-assembly pro-
cedure as follows: enzyme (GAA) and coat protein (CP) solutions
at different molar proportions were dialyzed in assembly buffer
solution (0.05 M NaCl; 0.05 M Tris; 0.01 M KCl, and 0.005 M
MgCl,, at pH 7.2 adjusted with hydrochloric acid) for 12 h at
—4 °C. Then, the mixture was dialyzed against an acidification
buffer (0.05 M sodium acetate, 0.008 M magnesium acetate at
pH 4.7, adjusted with acetic acid). The formation of nanoreactors
(VLP-GAA) was monitored by DLS, identifying the appearance of
hydrodynamic diameters similar to that of the native BMV. Once
the formation of nanoreactors was confirmed, the samples were
purified by centrifugation at 40 000 rpm for 2 hours at 4 °C, and
washed twice. After centrifugation, the supernatant was dis-
carded, and the precipitate was resuspended in an acidification
buffer.

2.4. Transmission electron microscopy analysis of GAA
nanoreactors

The characterization of the structure of the VLP-GAA was
performed by transmission electron microscopy (TEM) (JEOL
JEM-2010) operated at 200 kv, and the images were analyzed
using Digital Micrograph 3 (Gatan, Inc. Pleasanton, CA). Ten pL
of the nanoreactor suspension were placed on a copper grid for
TEM, where it was allowed to incubate for one minute at room
temperature, and then the drop was removed with blotting
paper. Next, one more drop of 4 uL of 1% uranyl acetate was
deposited on the grid and incubated under the same condi-
tions, removing the uranyl acetate with blotting paper. Finally,
the obtained micrographs were analyzed using Image] software
(version 1.8.0) to determine the size and homogeneity of the
produced nanoparticles.

2.5. Catalytic characterization of GAA nanoreactors

Enzymatic activity assays of the synthesized VLP-GAA and the
free GAA enzyme were performed following the protocol
described by Siro and Lovgren,”® which uses the synthetic

© 2025 The Author(s). Published by the Royal Society of Chemistry
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substrate p-nitrophenol o-p-glucoside (pNP-Glc) to estimate
the catalytic activity. The data fitted the Michaelis-Menten
model. The enzymatic reaction was monitored at 400 nm using
a Nanodrop 2000c UV-vis spectrophotometer (Thermo Fisher
Scientific). The rate constant (k.,) and the affinity constant
(Km) were obtained from a non-linear Michaelis-Menten regres-
sion using CurveExpert Professional software (version 2.7.3.).
The total protein was determined with the BioRad protein
reagent and using a standard curve with bovine serum albumin
(BSA). The GAA content in the nanoreactors was estimated
utilizing a denaturing polyacrylamide gel electrophoresis assay
(SDS-PAGE) and a densitometric analysis using Image]J software.

2.6. Functionalization of VLP-GAA nanoreactors with
PEG-6-phosphate-mannose

To prepare the targeted virus-like particles (VLP-M6P-Cy5),
BCN-NHS and M6P-PEG;-N; were mixed in a 1:1 ratio and a
250-fold molar excess of VLPs for 60 min. The suspension of
VLPs (1 mg mL ™", 0.5 mL) was mixed with the reaction mixture
and stirred overnight at 4 °C. Excess reagents were removed the
following day using Amicon filtration with 30 kDa cut-off filters
and centrifuged at 4000 rpm for 15 minutes. The concentrated
VLPs were then diluted in PBS (pH 7), and a 100-fold molar
excess of the fluorescent dye CY5-NHS was added. This suspen-
sion was gently stirred for 2 hours. The VLPs were purified by
three rounds of Amicon filtration and washing with PBS. The
purified, targeted VLPs (VLP-M6P-Cy5) were stored at 4 °C for
further analysis. For the non-targeted VLPs (VLP-Cy5), the VLPs
were treated similarly, but only with a 100-fold molar excess of
Cy5-NHS ester without the targeting ligand.

Zeta-potential and hydrodynamic diameter by dynamic light
scattering (DLS) were measured with a Zetasizer Nanoseries
(Nano-ZS, Malvern Instruments). The fluorescence was analyzed
at room temperature using a Hitachi F-4700 spectrofluorometer
with a 200 W Xe-lamp as an excitation source. The suspension of
VLPs (200 pL) in PBS buffer (pH 7) at a concentration of
0.5 mg mL ™" was added to a fluorescence 96-well plate, and
readings were obtained at Ae, = 600 nm and A, = 620-750 nm at
a slit size of 10 nm for both excitation and emission.

2.7. Blood-brain barrier crossing in an in vitro model

The transfer of fluorescence-labeled nanoreactors through the
blood-brain barrier (BBB) was estimated using the human
blood-brain barrier modeling kit from ScienCell Research
Laboratories and following the manufacturer’s instructions. Cell
lines were grown and maintained separately under 2D culture
conditions until they reached 80% confluence (37 °C and 5% CO,
atmosphere), using the 2D-BBB co-culture medium basal supple-
mented with 5% fetal bovine serum, 1% epidermal growth factor,
and 1% penicillin/streptomycin (v/v), all from ScienceCell™.
HUVECs were cultured in 10-cm Petri dishes treated for cell
culture and previously functionalized with fibronectin. The HBVP
and HA cells were cultured in Petri dishes pre-functionalized with
poly-L-lysine.

Once the 3 cell lines reached 80% of confluence, the cells
were washed with 1x PBS, lifted from the plate using 0.05%

Mater. Adv., 2025, 6,1613-1620 | 1615
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trypsin/EDTA (5 min at 37 °C and 5% CO, atmosphere), and
then neutralized with a supplemented basal medium.

3D cultures with the three types of cell lines were performed
in a 3D collagen matrix onto a transwell. The 3D scaffold was
prepared by adding 75 uL of type I collagen solution (4 mg mL™ ")
to each well and mixed with a solution 1:1 v/v of 100 mM HEPES
buffer and 2x PBS. Then, the indicated number of cells per well
was added, gently mixed with a micropipette, and placed into the
transwell insert (Fig. 5). The initial cell proportion was 7.5 x 10°
HUVEC, 1.5 x 10" HBVP, and 3.6 x 10" HA per well. The cells/
collagen mixture was then allowed to settle for 5 minutes and
incubated at 37 °C and 5% CO, for one hour. Finally, 750 pL of the
3D basal serum-free medium supplemented with a 1% 3D growth
factor and 1% penicillin/streptomycin was added to each well. The
medium was changed every 24 hours, and colonization of the
entire scaffold took approximately 5 to 6 days to conduct the assay
with labeled nanoreactors.

The experiments to evaluate the nanoreactor transfer
through the blood-brain barrier were carried out by adding
100 pL of the nanoreactor suspension (75 pg mL™ ') into the
transwell and incubating at 37 °C (in a 5% CO, atmosphere).
After 3 and 6 hours of incubation, 100 puL were removed from
the transwell’s outer well, and the fluorescence was measured
using a spectrofluorometer. It is essential to add the same
volume of the supplemented 3D basal medium into the trans-
well immediately after extraction.

2.8. Potential immune response by RawBlue cell activation

The immunogenic potential of nanoreactors was estimated using
RAW-Blue cells (Invivogen, San Diego, CA). RAW-Blue cells were
derived from the murine macrophage cell line RAW 264.7 and
expressed a secreted embryonic alkaline phosphatase (SEAP)
reporter gene under the control of two transcription factors,
which play a central role in inflammation and immunity,
NF-kB and AP-1 promoters. RAW-Blue cells were cultured in
Dulbecco’s modified Eagle’s medium (DMEM) containing 10%
fetal bovine serum (FBS) and 100 pg mL ™" Normocin. The cells
(1 x 10°) were incubated with 25 pg mL™" of unmodified and M6P-
modified nanoreactors for 12 h at 37 °C and 5% CO,. Supernatants
were then collected, and SEAP production was evaluated based on
the activity of alkaline phosphatase (AP) after adding 150 pL of
quantity blue, and the absorbance was determined at 655 nm. As a
positive control, 75 ng of purified lipopolysaccharides from Escher-
ichia coli 0111:B4 (Sigma-Aldrich) were used. The experiments were
carried out in triplicate.

3. Results and discussion

The lack or reduced acid alpha-glucosidase (GAA) activity is the
origin of the Pompe disease. Virus-like nanoparticles have been
explored as nanocarriers of enzymatic activity for biomedical
purposes® ¢ and specifically for ERT.'"'*'® To encapsulate
the GAA inside BMV capsids by charge complementarity, first,
an in silico analysis must be performed to determine the surface

charge of the GAA enzyme. The surface charge analysis of the
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Fig. 2 Charge distribution analysis of the GAA molecule surface (A), and
inside of the hexamer of the coat protein (B). The charge density was
obtained using Shrédinger® Maestro software (version 2019-1). Negative
charges are shown in red, and positive charges are in blue.

GAA enzyme showed a surface negative charge distribution
(Fig. 2). On the opposite, the BMV capsid shows an internal
side with a highly positive distribution of electrostatic charges.””
The DLS measurement of zeta potential of GAA at pH 7 showed
avalue of —8.1 & 4.7 mV. Thus, enzyme encapsulation into BMV
capsids by charge complementarity should be possible.

The hydrodynamic diameter of the GAA molecule, deter-
mined by dynamic light scattering (DLS), is shown to be
6.238 nm (Fig. S1, ESI{). The BMV capsid comprises 60 asym-
metric units made of 3 proteins (T = 3), for a total of 180 capsid
proteins. An internal diameter of the BMV capsid of 22.6 nm is
considered.”” Thus, the theoretical maximum capacity of GAA
molecules inside the capsid is 24 GAA enzyme molecules per
BMV capsid. Considering this, three different molar ratios (1:2,
1:10, and 1:20 VLP: GAA) were tested to synthesize enzymatic
nanoreactors by self-assembly. The successful formation of
enzymatic nanoreactors by the self-assembly method in all
three molar ratios is shown in transmission electron micro-
scopy (TEM) (Fig. 3). The nanoreactor preparations showed an
icosahedral, quasi-spherical shape resembling the native BMV.
The purified nanoreactors (VLP-GAA) showed an average
hydrodynamic diameter of around 26 nm (Table 1), similar to
the native virion.>””*® All nanoreactors are icosahedral particles
of ~28 nm in diameter. The DLS analysis detected no free GAA
nor capsid protein, suggesting a complete encapsulation.

The GAA content in the nanoreactors was estimated by SDS-
PAGE and gel densitometry (Fig. S2, ESIf). The quantitative
results are shown in Table 1. As expected, the greater the
proportion of GAA, the greater the encapsulation.

VLPs from the brome mosaic virus (BMV) were chosen because
they show no cytotoxicity on different cell lines, including 293T
human embryonic kidney cells,”® MOLT-4 lymphoblastic human
leukemia cells, Rhe human B-cell lines,*® MDA-MB-231 breast
tumoral cells,>* and HBE4 human bronchial epithelial cells.*>

The enzymatic activity of the free enzyme and the different
VLP-GAA nanoreactors was characterized (Table 2). The enzy-
matic assays were performed with different molar concentra-
tions of the substrate p-nitrophenol o-p-glucoside (pNP-Glc)
and monitored at 400 nm. Data were fitted with the Michae-
lis-Menten model, and the rate constant (k.,;) was determined
considering the GAA content in each nanoreactor (Table 1).

© 2025 The Author(s). Published by the Royal Society of Chemistry
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Fig. 3 Transmission electron microscopy (TEM) images of enzymatic
nanoreactors (VLP-GAA). The different molar ratios of VLP:GAA are
shown in the upper left corner of each image.

As was expected, the catalytic activity constant (k.,.) was lower
for the nanoreactors when compared with the free enzyme.
However, the enzyme encapsulation did not significantly affect
the affinity constant (Ky). On the other hand, among the
nanoreactors, the preparation from the 1:10 VLP/GAA ratio
showed a higher activity rate constant (k.,). Thus, this prepara-
tion was used for further experiments. The nanoreactors showed
one-third of the specific activity than the free enzyme. This
activity is higher when compared with other enzymatic nanor-
eactors, where the enzymatic activity could be orders of magni-
tude lower than their respective free enzymes.*® Thus, the VLP-
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Table 2 Kinetic constants of free enzymes and nanoreactors synthesized
from different proportions of VLP and acid alpha-glucosidase®

Preparation VLP: GAA ratio  kea (s) Ky (M) keat/Ky (57 mM ™)

Free GAA 356 0.16 2223
Nanoreactors 1:2 113 0.11 1032
Nanoreactors 1:10 116 0.12 964
Nanoreactors 1:20 25 0.10 247

¢ The rate constant k.,, was determined considering the GAA content in
the nanoreactors.

GAA nanoreactors seem to have low mass transfer limitations, as
supported by the non-significative change of the Ky (Table 2).

The virus-based enzymatic nanoreactors have demonstrated
better stability against proteolytic degradation, increasing their
lifetime inside the body and reducing the needed doses.****> On
the other hand, the presence of reactive groups on the nanor-
eactor surface facilitates conjugation with specific ligands
targeted to specific cells or tissues.'>**?*

Enzymatic replacement therapy (ERT) for Pompe disease has
two main challenges: a risk of immunological responses and a
poor uptake in target tissues, and the inability to reach the central
nervous system because of the blood-brain barrier (BBB).> To
contend with both challenges, VLP-GAA nanoreactors were func-
tionalized with polyethylene glycol (PEG) containing mannose-6-
phosphate (M6P) at the molecule end to reduce the immunological
response and to facilitate the cell uptake and BBB crossing.
Mannose-6-phosphate glycan targets the M6P receptors on early
endosomes, a strategy often used for the targeted delivery of
therapeutic enzymes for lysosomal diseases. The GAA targeting
the cation-independent mannose 6-phosphate receptor (CI-M6PR)
expressed on the cell surface enhances the efficiency of ERT. CI-
M6PR, also known as insulin-like growth factor receptor (IGF2R),
is a polyfunctional transmembrane protein with a high affinity for
M6P.***” A modified glycoengineered enzyme with a synthetic
oligosaccharide harboring mannose 6-phosphate (M6P) residues
with a much-improved affinity for the CI-MPR and uptake by
muscle cells showed more efficient glycogen clearance in vivo
compared to the unmodified enzyme.*®

On the other side, as with many drugs, GAA does not
efficiently cross the BBB. Some receptor-mediated endocytosis
and transcytosis strategies have been explored.>® Tran GAA
fused with an anti-human transferrin receptor antibody enables
transcytosis across the BBB and delivery into the central nervous
system.*°

A schematic representation of the nanoreactor functionaliza-
tion procedure is summarized in Fig. 1. Firstly, the azide-modified

Table 1 Hydrodynamic diameters and the GAA content of VLP-GAA nanoreactors synthesized at different CP/GAA proportions

Nanoreactors Hydrodynamic GAA content in CP/GAA GAA molecules
VLP: GAA ratio diameter” (nm) protein basis? (%) molar ratio per VLP capsid
BMV virion 26 £ 7 — — —
1:2 24 £ 8 8 62.4 2.9
1:10 26 £ 11 11 43.9 4.1
1:20 28 £ 10 21 20.4 8.8

“ Determined by dynamic light scattering (DLS). ” Determined by SDS-PAGE and image densitometry.

© 2025 The Author(s). Published by the Royal Society of Chemistry
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mannose-6-phosphate derivative was conjugated with bicyclo[6.1.0]-
non-4-yn-9-ylmethyl N-succinimidyl carbonate (BCN-NHS) ester via a
copper-free click reaction at room temperature and then functiona-
lized on the VLP surface by simple carbodiimide chemistry. Later,
the targeted and non-targeted VLPs were labeled with the red-
emitting dye Cyanine5 (Cy5) to track the BBB penetration by
fluorescence analysis. The modified VLPs were analyzed through
DLS and showed similar hydrodynamic diameters in all stages of
modification. However, the surface charge varied after each mod-
ification compared to the unmodified VLPs (Fig. 4A and B). The
fluorescence analysis showed the presence of Cy5 in the labeled
VLPs, where an emission at 660 nm was observed after excitation
at 600 nm, while VLP-M6P did not show any signal (Fig. 4C).

The potential immune response was evaluated on RAW Blue
cells. This cell line is a commonly used model of mouse macro-
phages for the study of potential immunogenic response. RAW-
Blue cells express a secreted inducible alkaline phosphatase
(SEAP) reporter gene to monitor the activation of the NF-xB
transcription factors. The immunological response to RawBlue
macrophage cells with 100 ug mL ™" of free enzymes or nanor-
eactors compared with those with 75 ng mL™" of the bacterial
lipopolysaccharide (LPS). The GAA encapsulation into a BMV
capsid reduces the immunological response when compared
with the free enzyme (Fig. 4D). It is known that the BMV capsids
show a low immunological response.’" Furthermore, the nanor-
eactor functionalization with polyethylene glycol conjugated with
mannose-6-phosphate (M6P-PEG) showed even lower immuno-
logical response (Fig. 4D).

Drug delivery crossing the blood-brain barrier (BBB) is still a
big challenge. Nanoparticle functionalization with insulin,*"*>
dopamine,*® and especially with transferrin has demonstrated
an enhanced BBB crossing. Transferrin functionalization proceeds
by transcytosis using the transferrin receptors (D and E).***?
The mannose-6-phosphate glycan’s crucial role in lysosomal
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targeting has been elucidated in studies on lysosome dysfunc-
tion, such as Pompe disease.”® Mannose-6-phosphate””*® has
also enhanced the BBB crossing. VLPs, in addition to protecting
the cargo, can be functionalized with any of these ligands.
Functionalized VLP-GAA with PEG molecules conjugated with
mannose-6-phosphate was assayed for BBB crossing in an in vitro
model (Fig. 1).

The labeled nanoreactors were assayed in the 3D cellular
model that consists of a three-layer cell 3D culture, including co-
cultures of endothelial cells, brain vascular pericytes, and human
astrocytes in a collagen I matrix. The cultures are performed in
transwell plates, as shown in Fig. 5. Transwell plates consist of two
chambers separated by a semipermeable membrane, where the BBB
cell culture model is cultured. This in vitro system allows researchers
to evaluate the BBB crossing of different metabolites in an organized

manner.*7?

The three cell lines are cultured in an ordered manner
inside the internal well (Fig. 5B). Then, the nanoreactor suspension
is placed over the cell layer. After incubation, the medium from the
outside well is taken for fluorescence analysis (Fig. 5D).

The proportion of nanoreactors that crossed the in vitro
model of the BBB was higher when the nanoreactors were
functionalized with the mannose-6-phosphate moiety (Fig. 5E).

Among the diseases caused by the deficiency or absence of
enzymatic activity, Pompe disease, although considered rare,* is
still significant and severe. The “classic infantile” form of the
disease is more frequently described, inducing severe cardiome-
galy, hepatomegaly, hypotonia from birth, and early death. On the
other hand, the “non-classic infantile” form manifests from the
first year but with slower progression and less severe cardiomyo-
pathy. The “late” form manifests in childhood, youth, or adult-
hood, between the second and sixth decades of life, with slowly
progressive myopathy, generally without cardiomyopathy.>®

The ERT for Pompe disease requires lifelong administration
of recombinant human GAA (rhGAA). The doses needed have
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Fig. 4 Characterization of nanoreactors after functionalization. (A) Comparison of the hydrodynamic diameter measured by DLS. (B) Comparison
surface charge as the zeta potential. (C) Emission analysis at Zex = 600 nm. (D) Immunological response to RawBlue macrophage cells with 100 ug mL™*
of free enzymes or nanoreactors compared with 75 ng mL™! of bacterial lipopolysaccharide (LPS).
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Fig. 5 Schematic procedure for the 3D BBB model in transwell plates.
(A) The three cell lines are inoculated into the internal well, which contains
a permeable membrane at the bottom. (B) The cells are incubated,
allowing the formation of the 3D model of the BBB. (C) An equivalent
volume of the fresh medium is added before taking the sample. (D) The
sample containing the transferred nanoreactors is taken from outside the
well. (E) Percentage from the initial enzymatic nanoreactors that crossed
the BBB in vitro model.

been recently revised,” and recommended 40 mg kg every two
weeks, instead of the previously recommended 20 mg kg™ *, which
is relatively high compared to other lysosomal storage diseases.
These doses achieve an effective glycogen clearance in the heart
and skeletal muscles, thus reducing cardiomyopathy.>* However, it
is less effective for respiratory or neurological affections.”

4. Conclusions

Virus-based enzymatic nanoreactors are an exciting alternative
for enzyme replacement therapy (ERT), as in the case of Pompe
disease. Acid alpha-glucosidase (GAA) was efficiently encapsu-
lated inside BMV capsids. The enzymatic nanoreactors showed
high catalytic activity and reduced immunogenicity. The GAA
nanoreactors were functionalized with polyethylene glycol car-
rying a mannose-6-phosphate moiety at the molecule end to
target specific cell receptors. The functionalization improved
the BBB crossing in an in vitro 3D cell culture. Thus, lower
doses and better treatment efficiency are expected because of
the enzyme protection that increases its lifetime and the
specific targeting. Developing clinically relevant animal models
for Pompe disease will allow the evaluation of VLP-GAA-M6P
enzymatic nanoreactors in ERT.
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