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ABSTRACT: T cells play an integral role in the generation of an
effective immune response and are responsible for clearing foreign
microbes that have bypassed innate immune system defenses and
possess cognate antigens. The immune response can be directed
toward a desired target through the selective priming and
activation of T cells. Due to their ability to activate a T cell
response, dendritic cells and endogenous vesicles from dendritic
cells are being developed for cancer immunotherapy treatment.
However, current platforms, such as exosomes and synthetic
nanoparticles, are limited by their production methods and
application constraints. Here, we engineer nanovesicles derived
from dendritic cell membranes with similar properties as dendritic cell exosomes via nitrogen cavitation. These cell-derived
nanovesicles are capable of activating antigen-specific T cells through direct and indirect mechanisms. Additionally, these
nanovesicles can be produced in large yields, overcoming production constraints that limit clinical application of alternative
immunomodulatory vesicle or nanoparticle-based methods. Thus, dendritic cell-derived nanovesicles generated by nitrogen
cavitation show potential as an immunotherapy platform to stimulate and direct T cell response.

■ INTRODUCTION
T cells play an integral role in the generation of a sufficient and
effective immune response. As a component of the adaptive
immune system, T cells work to clear foreign microbes that
have bypassed defenses of the innate immune system.1 Upon
activation, CD8+ T cells gain cytotoxic capabilities, eliminating
not only cells infected with intracellular microbes, but tumor
cells as well.2 The ability of CD8+ T cells to target and
eliminate tumor cells has led to the development of potential
therapeutic strategies that harness this capability. While cell-
based immunomodulation has shown to be effective to some
degree in patients with B cell lymphoma and malignant
melanoma, clinical application is limited due to lack of long-
term storage stability, risk of in vivo replication and lodging in
microvasculature, and susceptibility to immunosuppression.3−5

An alternative approach is the utilization of extracellular
vesicles (EVs) secreted from immune cells that are capable of
performing antigen presentation for T cell activation, as they
still maintain major histocompatibility complexes (MHCs).
For example, exosomes, a subgroup of EVs, possess lipid
bilayer membranes that mimic the composition of the parental
cell, retaining functional membrane proteins that enable
homing to, and interaction with, target cells.6−12 Exosomes
have been found to possess a variety of functional character-
istics that have been utilized for therapeutic applications. Such

applications include cargo transport between cells, induction of
angiogenesis, and immune modulation, rendering them ideal
for immunotherapy.6,13−16

Exosomes secreted by antigen-presenting cells (APCs),
namely, dendritic cells (DC), possess biologically functional
MHC surface molecules presenting antigenic peptides
(pMHC) capable of inducing antigen-specific T cell
responses.4,13,17−21 When DCs are treated with tumor-
associated antigens (TAAs), secreted exosomes retain the
ability of parental DC to present these antigens and activate
TAA-specific T cells, inducing a TAA-targeted re-
sponse.4,5,20,22,23 The function or immunomodulatory ability
of exosomes can be further altered or enhanced through
surface modification (e.g., amino conjugation, lipid insertion,
and PEG (polyethylene glycol)-ylation) or genetic engineering
of the parental cell or exosome itself to increase target
specificity or load exogenous or endogenous molecules onto
the exosome surface or interior.24,25 Although exosome-based
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cancer immunotherapy has progressed, clinical application is
hindered due to manufacturing constraints, such as low yields
and a lack of scalable production, giving rise to investigation
into alternative, exosome-mimicking platforms.16,26−30 In an
attempt to overcome these obstacles, synthetic alternatives to
exosomes have been explored and include systems such as
liposomes, dendrimers, nanogels, and metallic nanoparticles.
Such systems may possess attributes that enable scalable
production, high yields, customizable composition, or modifi-
able physiochemical properties but are hindered by cost and
aggregation during storage and, due to their exogenous nature,
lack intrinsic targeting capabilities and can be immunogenic or
toxic.13,16,25,29,31−34 Biomimetic hybrid platforms that employ
a synthetic nanoparticle core coated with a cell membrane have
been proposed and possess desirable traits, as well as having
shown favorable results in mice.35,36 However, much like
exosomes, such platforms are impeded by difficulty in
achieving large-scale production, in addition to poor
reproducibility and low efficiency in coating the nanoparticle
core with cell membrane.35,37 Cell-derived nanovesicles
(CDNVs), which are artificially generated through fragmenta-
tion of cell membranes, have shown similar properties as
exosomes, including target-specific cargo delivery and the
incorporation of peptide-presenting MHC molecules on the
CDNV surface to facilitate T cell activation via direct or
indirect mechanisms.38−42 Studies using dendritic cell-derived
nanovesicles primarily focused on mediating T cell activation
by inducing fusion or aggregation of CDNVs or by
simultaneous treatment with CDNVs and free peptides.38,39

The most commonly used methods of CDNV production rely

on ultrasonic or friction/shearing techniques, such as
extrusion, that are low throughput, have limited scalability,
or denature proteins through generation of high levels of
heat.43,44 Here, we utilize a scalable method of membrane
disruption that limits physical damage to generate CDNVs
through nitrogen cavitation.43 We demonstrate the innate
ability of DCs to process and present antigenic peptides that
can be harnessed and, through cell membrane disruption via
nitrogen cavitation, generate high yields of CDNVs from IFN-
γ-stimulated DCs capable of driving antigen-specific CD8+ T
cell activation via both direct and indirect mechanisms under
minimal treatment conditions (Figure 1).

■ METHODS AND MATERIALS
Cell Culture. The hybridoma CD8+ T cell line B3Z was

generously provided by Dr. J. Woodward (University of
Kentucky Medical Center, KY, USA). B3Z cells were cultured
in DMEM (Corning) supplemented with 10% heat-inactivated
FBS (Corning), 100 unit/mL penicillin, 100 μg/mL
streptomycin, 0.292 mg/mL L-glutamine (Gibco), 0.1 mM
non-essential amino acids (Gibco), and 1 mM sodium
pyruvate (Gibco). The immature dendritic cell line DC2.4
was purchased from Millipore Sigma. DC2.4 cells were
cultured in RPMI 1640 medium (Gibco) supplemented with
10% FBS (Corning), 2 mM L-glutamine (Gibco), 0.1 mM non-
essential amino acids (Gibco), 10 mM HEPES buffer (Gibco),
and 0.5 mM β-mercaptoethanol (Fisher Scientific) for a
maximum of 10 passages. Cells were cultured at 37 °C with 5%
CO2.

Scheme 1. Schematic Illustrating Mechanisms of CD8+ T Cell Activation Mediated by DC2.4 Cell Membrane-Derived
Nanovesicles

aImmature dendritic cells are pulsed with IFN-γ, to stimulate DC2.4 maturation, and antigenic peptide, which is processed and cross-presented in
the MHC class I complex. Nitrogen cavitation of mature, peptide-presenting DC2.4 cells generates CDNVs that possess membranes with a similar
composition to that of the parental cell and are thus capable of performing many of the same biological functions, such as T cell stimulation.
However, CDNVs may participate in direct or indirect CD8+ T cell activation. In direct T cell activation (top), CDNVs interact directly with
neighboring CD8+ T cells and provide activation signals via peptide−MHC (pMHC) class I complexes and costimulatory molecules (CD80/
CD86) residing on the CDNV membrane surface with T cell TCR and CD28, respectively. Indirect activation (bottom) is mediated by bystander
APCs that take up CDNVs and subsequently process and cross-present antigenic peptide in the cells’ own MHC class I complex. Alternatively,
APCs may acquire preformed pMHC class I molecules from CDNVs through the transfer of membrane from CDNV to APC in a process termed as
cross-dressing. Through these processes, the ability to activate neighboring CD8+ T cells may be transferred from CDNV to recipient APC.
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Nanovesicle Production and Isolation. When indicated,
DC2.4 cells were cultured with 20 ng/mL recombinant mouse
IFN-γ (Invitrogen) with or without 5 μg/mL SIINFEKL
peptide (AnaSpec) overnight. Cells were harvested, washed
thoroughly with 1× phosphate-buffered saline (PBS), and then
resuspended in protease inhibitor buffer solution, comprised of
1 protease inhibitor tablet (Pierce) per 10 mL 1× PBS, at a
concentration of approximately 15 × 106 to 20 × 106 cells/mL.
Cell suspension was then transferred to a prechilled cell
disruption vessel (Parr Instrument Company, IL, USA) and
pressurized to 300 psi under nitrogen for 15 min to achieve
pressure equilibration on ice. A pressure of 300 psi was chosen,
as nitrogen cavitation at 300 psi has been shown to generate
CDNVs within the size range to exosomes.45 Pressure was
released and cell cavitate was collected and centrifuged at 300g
for 5 min to pellet unfragmented cells. The supernatant was
collected, the cell pellet was resuspended in 10 mL of protease
inhibitor buffer solution, and nitrogen cavitation was repeated.
Cell cavitate was collected, and CDNVs were isolated via
differential centrifugation at 500g for 10 min, 2000g for 20 min,
10,000g for 30 min, and 100,000g for 90 min, all at 4 °C.
Pelleted CDNVs were resuspended in 250−300 μL of 1× PBS
and pipetted thoroughly to break up the pellet. Resuspended
CDNVs were centrifuged at 7500g for 5 min to lightly pellet
vesicle aggregates, which were then broken up by additional
pipetting. The CDNV suspension was then centrifuged at
7500g for 10 min to pellet remaining vesicle aggregates and
debris. Proteins, protein aggregates, and free SIINFEKL
peptide were removed from nanovesicle suspension by a
size-exclusion chromatography PD MiniTrap G-25 column
(Cytiva) following the manufacturer’s directions. The CDNV
suspension was then transferred to a microcentrifuge tube,
centrifuged at 10,000g for 10 min to remove any remaining
debris or aggregates, and then stored at 4 °C until use.
Nanoparticle Tracking Analysis. NTA was performed

using a NanoSight NS300 (Malvern) instrument. Samples
were measured using fixed camera and detection settings across
all sessions. Each sample was recorded for 60 s for a total of
five repetitions, with greater than 200 tracks per video, at two
dilutions. Analysis was performed using NTA3.4 software.
Western Blot. DC2.4 cells and CDNV pellets were lysed

separately in RIPA buffer composed of 150 mM NaCl, 1%
Triton X-100, 0.5% sodium deoxycholate, 0.1% SDS, 50 mM
Tris (pH 8, adjusted), and 1× protease inhibitor cocktail
(Roche). Protein samples were resolved on 12% polyacryla-
mide gels and then transferred to a nitrocellulose membrane.
Equal amounts of protein from various samples were loaded
per lane for comparison studies. The nitrocellulose membrane
was blocked for 1 h and then incubated with biotinylated anti-
mouse CD80 (16-10A1, Biolegend), anti-mouse CD86 (GL-1,
Biolegend), or anti-H-2Kb-bound SIINFEKL (25-D1.16,
Invivogen) primary antibodies under consistent agitation for
1 h at room temperature in a nonreducing environment. The
membrane was then washed and incubated with streptavidin-
conjugated HRP (Biolegend) secondary antibody under
consistent agitation for 1 h. The membrane was then washed,
and bands were visualized by chemiluminescence detection
(Clarity, Bio-Rad) using a Chemi-Doc (Bio-Rad) instrument.
Scanning Electron Microscopy. CDNVs were fixed in

2% paraformaldehyde for 45 min and then rinsed with 1× PBS
in triplicate. CDNVs were then serially dehydrated in 50, 60,
70, 80, 90, and 100% (200 proof) ethanol for 10 min and
resuspended in 200 proof ethanol. Suspended CDNVs were

briefly sonicated, and then a droplet of the sample was pipetted
and deposited onto silicon wafer. The surface of the sample
was then metallized by sputter-coating 5 nm platinum (EM
ACE 600, Leica Microsystems, Wetzlar, Germany) to enhance
surface electrical conductivity. CDNVs were subsequently
imaged using field-emission scanning electron microscopy
(feSEM, Helios Nanolab 660, Thermo Fisher Scientific,
Hillsboro, OR, USA).
Antibodies and Flow Cytometry. DC2.4 cells were

labeled using the following murine monoclonal antibodies
from Biolegend, unless stated otherwise: CD16/32 (93),
Brilliant Violet 421-conjugated CD11c (N418), phycoerythrin-
conjugated CD8α (53-6.7), allophycocyanin-conjugated H-
2Kb (AF6-88.5), I-A/I-E (M5/114.15.2), CD40 (1C10,
Invitrogen), CD54 (YN1/1.7.4), CD69 (H1.2F3), CD80
(16-10A1), CD86 (GL-1), and H-2Kb-bound SIINFEKL
(25-D1.16). Cell viability was determined by staining with
Live/Dead Fixable Near-IR Stain (Invitrogen). Isotype-
matched antibodies were used as controls. Samples were
acquired on a FACSymphony A3 (BD Biosciences) instrument
and analyzed with FlowJo (BD).

In Vitro T Cell Activation Assay. To evaluate the ability
of CDNVs to activate CD8+ T cells, CNDVs were generated
from DC2.4 cells incubated with or without 20 ng/mL IFN-γ
and/or 5 μg/mL SIINFEKL peptide overnight. To assess
direct T cell activation, CDNVs were added to B3Z cells (3 ×
105 cells/well) across a dose range for 18 h with gentle
agitation. For indirect T cell activation, CDNVs were added to
DC2.4 cells (7.5 × 104 cells/well) across a dose range for 3 h.
DC2.4 cells were thoroughly washed and cocultured with B3Z
cells (2 × 105 cells/well) for 18 h with gentle agitation. T cell
activation was determined by the early T cell activation marker
CD69 via flow cytometry.
Bystander APC ELISA Assay. To assess the effect the

parental cell maturation status of CDNVs has on bystander
APCs, CDNVs were generated from DC2.4 cells incubated
with or without 20 ng/mL IFN-γ overnight and added to
DC2.4 cells (2 × 105 cells/well) across a dose range for 18 h
with gentle agitation. The culture supernatant was collected,
and IL-6 was measured by ELISA (MesoScale) following the
manufacturer’s instructions.
Fluorescence Imaging. DC2.4 cells were plated on 35

mm glass-bottom dishes at 1 × 105 cells/dish and labeled with
2.5 μM DiO (Invitrogen) for 45 min. Resuspended CDNVs
were labeled with 5 μM DiI (Invitrogen) for 30 min at 37 °C.
Cells were treated with or without 80 μM Dynasore for 30 min
prior to CDNV treatment. Cells were treated with 5 × 1010

DiI-labeled CDNVs and incubated for approximately 3 h. Cells
were rinsed well and resuspended in L-15 medium (Gibco) for
imaging. Cells in 0.4% DMSO (VWR Chemicals) were used as
controls.
Statistical Analysis. Statistical analysis was performed

using OriginLab 2021b. Flow cytometry data were expressed as
the geometric mean ± standard error of the mean (SEM). All
other data were expressed as the mean ± SEM. Statistical
significance was determined by the two-sample t-test or one-
way ANOVA with post hoc Tukey’s HSD test when
appropriate. Statistical significance was indicated as *p <
0.05, **p > 0.01, and ***p > 0.001.

■ RESULTS AND DISCUSSION
IFN-γ-Induced DC2.4 Maturation. The importance of

DC activation to a mature state is demonstrated by the
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increased ability of mature DCs to activate T cells when
compared to their immature counterparts.46−48 To determine
the maturation state of the dendritic cell line DC2.4, the cell
phenotype was examined for expression of maturation markers
by flow cytometry. As shown in Figure 1, unstimulated DC2.4

cells were found to have moderate expression of the DC
lineage marker CD11c, low expression of the maturation
marker CD40, and moderate expression of maturation markers
CD54, CD80, CD86, MHC class I, and MHC class II. To
activate and induce maturation, DC2.4 cells were cultured with
20 ng/mL IFN-γ overnight. Following incubation with IFN-γ,
DC2.4 cells were observed to possess CD11c levels similar to
unstimulated cells, while CD40, CD54, CD80, CD86, and
MHC class I expression increased, depicted by the increased
fluorescence intensity of IFN-γ-treated cells in Figure 1.
However, expression of the maturation marker MHC class II
unexpectedly decreased. Although MHC class II decreased, the
upregulation of maturation markers CD40, CD45, CD80, and
CD86 indicates that unstimulated DC2.4 possesses a relative
immature phenotype and acquires a mature phenotype
following treatment with IFN-γ.

Activation of CD8+ T cells by DCs is MHC class I-restricted,
where MHC class I-presented antigenic peptides can be of
endogenous or exogenous origin. For example, intracellular
infections can result in MHC class I presentation of
endogenous peptides, thereby eliciting the targeting of DCs
or other cells expressing viral antigens complexed to MHC

class I by CD8+ T cells. However, DCs can also direct CD8+ T
cells to target other cells, such as tumors, through internal-
ization, processing, and presentation of exogenous antigens,
termed as cross-presentation.2 To evaluate the ability to cross-
present exogenous peptides by immature and mature DC2.4,
cells were cultured with 5 μg/mL OVA257‑264 (SIINFEKL)
peptide with or without 20 ng/mL IFN-γ and presentation of
MHC class I-bound SIINFEKL was measured by flow
cytometry. As shown in Figure 1, presentation of MHC class
I-bound SIINFEKL increased following IFN-γ stimulation.
This demonstrates that the treatment of DC2.4 cells with IFN-
γ generates mature DC2.4 cells capable of elevated
presentation of exogenous peptide by MHC class I. Thus,
due to the increased expression of costimulatory molecules
CD80/CD86 and the level of MHC class I-bound SIINFEKL
by mature DC2.4 cells, CDNVs generated from mature DC2.4
should mediate CD8+ T cell activation more efficiently than
CDNVs from immature DC2.4 cells.
CDNV Characterization. As CD8+ T cell activation is

dependent upon the presence of stimulatory pMHC class I and
costimulatory molecules CD80 and CD86, retention of these
surface proteins on DC2.4-derived CDNVs was verified by
western blot (Figure 2). The presence of both costimulatory

molecules CD80 and CD86, as well as stimulatory MHC class
I-bound SIINFEKL, was verified on immature and mature
DC2.4, as well as CDNVs generated from immature and
mature parental cells. Thus, CDNVs generated from precursor
cells by nitrogen cavitation clearly retain the requisite immune-
stimulatory molecules for CD8+ T cell activation.

DC maturation is not only associated with changes in
protein expression but also morphology.49,50 To investigate
how morphological changes may effect resulting CDNVs or
CDNV production, we examined CDNVs from immature and
mature DC2.4, generated by nitrogen cavitation and isolated
via differential centrifugation. Hereafter, CDNVs generated
from unstimulated and IFN-γ-stimulated DC2.4 cells are
referred to as immature (CDNVIFN ‑ γ−) and mature
(CDNVIFN ‑ γ+), respectively. As shown in Figure 3A, nano-
particle tracking analysis (NTA) found that both CDNVIFN ‑ γ−

Figure 1. Phenotypic characterization of unstimulated and IFN-γ-
stimulated DC2.4 cells. DC2.4 cells were untreated or treated with 20
ng/mL IFN-γ overnight. Expression of CD11c, CD40, CD54, CD80,
CD86, MHC class I, MHC class II, and MHC class I-bound
SIINFEKL peptide (red) by untreated and IFN-γ treated DC2.4 was
analyzed by flow cytometry. Isotype-matched antibodies (black) were
used as controls. Following IFN-γ stimulation, DC2.4 expression of
the lineage marker CD11c remained constant, and that of maturation
markers CD40, CD54, CD80, CD86, and MHC class I increased,
while that of the maturation marker MHC class II decreased.
Presentation of SIINFEKL peptide by MHC class I also increased
following IFN-γ stimulation. Figure 2. Characterization of CDNV surface proteins by western blot.

Western blot of precursor DC2.4 cell and DC2.4-derived CDNVs
incubated with 5 μg/mL SIINFEKL peptide and with or without 20
ng/mL IFN-γ overnight. Molecules required for T cell activation,
namely, CD80, CD86, and SIINFEKL-presenting MHC class I, were
observed on CDNVs from both immature and mature parental DC2.4
cells.
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and CDNVIFN ‑ γ+ possess a narrow size distribution, with mean
diameters of 123 ± 1 and 125 ± 2 nm, respectively. This
observed size range is similar to that of endogenous vesicles,
such as exosomes. Next, we asked if the precursor cell
maturation state effects CDNV yield. While it has previously
been demonstrated that immature DCs readily produce
exosomes, it has also been shown that DCs treated with
LPS, to induce maturation, produce 2- to 3-fold fewer
exosomes, on average, than immature DCs.51 Notably, we
found that the yield of CDNVs generated from mature DC2.4
cells increases following IFN-γ stimulation. Following DC2.4
maturation, the CDNV yield increased by approximately 50%,
from 1.31 × 1010 ± 9 × 108 CDNVIFN ‑ γ− per 1 × 106

unstimulated precursor cells to 2.0 × 1010 ± 2 × 109

CDNVIFN ‑ γ+ per 1 × 106 IFN-γ-stimulated precursor cells
(Figure 3B). This increase in CDNV yield following IFN-γ
stimulation may be due to morphological changes associated
with DC maturation, such as membrane ruffling and formation
of dendrites.49,52 As cell membrane fragmentation by nitrogen
cavitation disrupts the cell membrane, which then leads to the
formation of small vesicles, these morphological changes may
increase the production of CDNVs by increasing the cell
membrane surface area available for formation of CDNVs.

CDNVs were further characterized by field-emission
scanning electron microscopy (feSEM), as shown in Figure
4A−C. feSEM was found to corroborate the size of nitrogen

cavitation-generated CDNVs measured by NTA, as the
diameter of CDNV was measured to range from approximately
60 to 300 nm. The morphology of CDNVs was observed to be
mostly spherical, with some irregularity. The irregular spherical
shape of CDNVs may be a result of sample preparation, as it
has been reported that fixation and dehydration may alter the
vesicle shape.53−55

Direct CDNV T Cell Activation. Having confirmed the
presence of immune-stimulatory molecules on CDNVs by

Figure 3. NTA characterization of isolated DC2.4 cell CDNVs
following incubation of DC2.4 cells with or without IFN-γ. DC2.4
cells were left untreated or pulsed with 20 ng/mL IFN-γ overnight.
Cell membrane-derived nanovesicles were generated by fragmentation
of the cell membrane via nitrogen cavitation at 300 psi for 15 min and
isolated by differential centrifugation at 500g, 2000g, 10,000g, and
100,000g. The CDNV size was measured by nanoparticle tracking
analysis (NTA) and NTA3.4 software. (A) Size distribution of
CDNVs isolated per 1 × 106 unstimulated (solid line) or IFN-γ-
stimulated (dashed line) precursor DC2.4 cells, with average
diameters of 123 ± 1 and 125 ± 2 nm, respectively. (B) Total
yield of CDNVs per 1 × 106 unstimulated (1.31 × 1010 ± 0.9 × 109)
(red) or IFN-γ-stimulated (2.0 × 1010 ± 2 × 109) (blue) precursor
DC2.4 cells (mean ± SEM, n = 6). *p < 0.05.

Figure 4. Field-emission scanning electron microscopy images of
CDNVs generated from DC2.4 cells. CDNVs generated via nitrogen
cavitation and analyzed by feSEM were measured to have a diameter
of ∼60−300 nm. CDNV morphology was observed to be highly
spherical (A, B) or spherical with some degree of irregularity (C). The
irregular spherical shape of CDNVs may be a result of sample
preparation for feSEM.
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western blot (Figure 2), we next investigated the ability of
CDNVs generated from DC2.4 cells to stimulate antigen-
specific CD8+ T cells via a direct activation mechanism. As
shown in Figure 5A, direct activation of T cells by CDNVs
involves stimulatory pMHC complexes and costimulatory
molecules of the CDNV membrane interacting with the T cell
receptor (TCR) and T cell costimulatory receptors, providing
signaling that induces T cell activation. Here, CDNVs were
generated from DC2.4 cells incubated with or without
(CDNVSIIN+ or CDNVSIIN−, respectively) the model peptide
SIINFEKL and/or IFN-γ. Isolated CDNVs were incubated
with the SIINFEKL-specific, naiv̈e CD8+ T cell line B3Z for 16
h. T cell activation was evaluated by expression of the early
activation marker CD69.56 To determine if CDNVs themselves
are capable of activating CD8+ T cells in the absence of
SIINFEKL peptide, CDNVs were generated from untreated
DC2.4 cells (CDNVSIIN−/IFN ‑ γ−). Upon treatment of CD8+ T
cells with CDNVSIIN−/IFN ‑ γ−, the population of CD8+ T cells
with low levels of CD69 expression (CD69Lo) (Figure 5B, top
row) and geometric mean fluorescence intensity (MFIGeo) of T
cell CD69 (Figure 5C), representative of the level of T cell
activation, was observed to remain constant at doses of 1 × 109

(399 ± 5) and 3 × 109 (393 ± 1) CDNVSIIN−/IFN ‑ γ−. Relatively
small increases in CD69 MFIGeo were observed following
CD8+ T cell treatment with CDNVSIIN−/IFN ‑ γ− at doses of 9 ×

109 (475 ± 4), 2.7 × 1010 (529 ± 3), and 8.1 × 1010 (820 ±
30). While CD69 MFIGeo trended slightly upward with
increasing CDNVSIIN−/IFN ‑ γ− dose, the change in MFIGeo was
not statistically significant. To establish that CD8+ T cell
activation is facilitated by stimulatory and costimulatory signals
provided by CDNVs, and not directly mediated by a mature
CDNV phenotype, DC2.4 cells incubated with only IFN-γ
were used to generate mature, non-SIINFEKL-presenting
CDNVs (CDNVSIIN−/IFN ‑ γ+). Similar to treatment with
CDNVSIIN−/IFN ‑ γ−, the population of CD69Lo (Figure 5B,
second row) and CD69 MFIGeo (Figure 5C) of
CDNVSIIN−/IFN ‑ γ+-treated CD8+ T cells remained relatively
constant, with a slight yet nonsignificant trend upward
following treatment with 1 × 109 (361 ± 8), 3 × 109 (400
± 10), 9 × 109 (470 ± 4), 2.7 × 1010 (454 ± 3), and 8.1 × 1010

(586 ± 6) CDNVSIIN−/IFN ‑ γ+. Little change in the expression of
the early activation marker CD69 was observed by treatment
with CDNVs from both non-SIINFEKL-presenting immature
and mature DC2.4 cells, suggesting that CDNVs lacking
antigenic peptide possess relatively low immunogenicity.

With the observation that CDNVs are relatively non-
immunogenic in the absence of antigenic peptide, the
capability of antigen-presenting CDNVs to stimulate CD8+ T
cell activation was investigated by pulsing DC2.4 cells with
SIINFEKL peptide with or without IFN-γ. When treated with

Figure 5. SIINFEKL-presenting CDNVs promote direct activation of T cells. (A) Schematic demonstrating the proposed mechanism of CDNV
production and direct activation of T cells. In this approach, immature DC2.4 cells are pulsed with 20 ng/mL IFN-γ to stimulate maturation and 5
μg/mL SIINFEKL peptide for cross-presentation. CDNVs are then generated from mature, peptide-presenting DC2.4 cells by nitrogen cavitation
and isolated via differential ultracentrifugation. Direct CD8+ T cell activation is mediated by interaction of pMHC complexes and costimulatory
molecules on CDNVSIIN+/IFN ‑ γ+ with TCR and costimulatory receptors on recipient CD8+ T cells. (B) Phenotypic analysis of the T cell early
activation marker CD69 following CD8+ T cell treatment with CDNVs generated from immature (IFN-γ−) or mature (IFN-γ+) DCs incubated
with (SIIN+) or without (SIIN−) SIINFEKL peptide. (C) Expression of CD69, measured as the geometric mean fluorescence intensity (Geo. MFI)
following incubation of CDNVs generated from immature (IFN-γ−) or mature (IFN-γ+) DCs incubated with (SIIN+) or without (SIIN−)
SIINFEKL peptide. Statistical analysis was performed using one-way ANOVA with Tukey’s HSD test comparing immature to mature CDNVs (*p
> 0.05, **p > 0.01, and ***p > 0.001) or CDNV mixture (#p > 0.05, ##p > 0.01, and ###p > 0.001) (mean ± SEM, n = 3).

ACS Omega http://pubs.acs.org/journal/acsodf Article

https://doi.org/10.1021/acsomega.2c04420
ACS Omega 2022, 7, 46222−46233

46227

https://pubs.acs.org/doi/10.1021/acsomega.2c04420?fig=fig5&ref=pdf
https://pubs.acs.org/doi/10.1021/acsomega.2c04420?fig=fig5&ref=pdf
https://pubs.acs.org/doi/10.1021/acsomega.2c04420?fig=fig5&ref=pdf
https://pubs.acs.org/doi/10.1021/acsomega.2c04420?fig=fig5&ref=pdf
http://pubs.acs.org/journal/acsodf?ref=pdf
https://doi.org/10.1021/acsomega.2c04420?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as


CDNVs generated from immature, SIINFEKL-presenting
DC2.4 (CDNVSIIN+/IFN ‑ γ−), minimal change in CD69Lo

population (Figure 5B, third row) and CD69 MFIGeo (Figure
5C) was observed at the 1 × 109, 3 × 109, and 9 × 109 doses of
CDNVSIIN+/IFN ‑ γ− (389 ± 9, 450 ± 16, and 540 ± 25,
respectively). A significant increase in the population of T cells
with elevated CD69 expression (CD69Hi) was observed upon
T cell treatment with 2.7 × 1010 CDNVSIIN+/IFN ‑ γ− (MFIGeo of
1470 ± 37), eliciting T cell populations of CD69Lo and
CD69Hi. Expression of CD69 peaked at the maximum dose of
8.1 × 1010 CDNVSIIN+/IFN ‑ γ− (MFIGeo of 2010 ± 32), merging
the two T cell populations into a single CD69Hi population,
representing activation of the majority of CD8+ T cells.

When treated with mature, SIINFEKL-presenting CDNVs
(CDNVSIIN+/IFN ‑ γ+) produced from IFN-γ-stimulated, SIIN-
FEKL-pulsed DCs at doses of 1 × 109 and 3 × 109

CDNVSIIN+/IFN ‑ γ+, CD8+ T cell CD69 expression remained
low, with CD69 MFIGeo of 412 ± 1 and 470 ± 12, respectively.
The level of T cell activation was observed to progressively
increase, indicated by the population shift toward CD69Hi

(Figure 5B, fourth row) and an increase in CD69 MFIGeo
(Figure 5C), fo l lowing treatment with 9 × 109

CDNVSIIN+/IFN ‑ γ+ (MFIGeo of 757 ± 3), with significant
increases in T cell activation and CD69 expression upon
treatment with 2.7 × 1010 CDNVSIIN+/IFN ‑ γ+ (MFIGeo of 1840
± 40) and 8.1 × 1010 CDNVSIIN+/IFN ‑ γ+ (MFIGeo of 2500 ±
100). Minimal levels of T cell activation occurred after
treatment with CDNVs originating from both immature and
mature, SIINFEKL-pulsed DC2.4 cells at doses of 1 × 109 and

3 × 109 CDNVSIIN+/IFN ‑ γ− or CDNVSIIN+/IFN ‑ γ+. While the
level of T cell activation from treatment with 9 × 109

CDNVSIIN+/IFN ‑ γ− remains similar to that observed at lower
doses, an increase in T cell activation can be seen at the same
dose of 9 × 109 CDNVSIIN+/IFN ‑ γ+. Similar to results observed
during treatment with CDNVSIIN+/IFN ‑ γ−, treatment with 2.7 ×
1010 CDNVSIIN+/IFN ‑ γ+ yielded a population of both CD69Lo

and CD69Hi CD8+ T cells; however, while the population of
CD69Lo and CD69Hi appear roughly similar when treated with
CDNVSIIN+/IFN ‑ γ−, the T cell population shifted significantly
toward CD69Hi following CDNVSIIN+/IFN ‑ γ+ treatment. At a
dose of 8.1 × 1010 CDNVs, a single CD69Hi T cell population
was observed following treatment with both CDNVSIIN+/IFN ‑ γ−

and CDNVSIIN+/IFN ‑ γ+, although CD69 MFIGeo levels were
higher in CDNVSIIN+/IFN ‑ γ+-treated samples. We observed the
treatment of T cells with 1 × 109 and 3 × 109

CDNVSIIN+/IFN ‑ γ+ to not be statistically more efficient at T
cell activation than that with CDNVSIIN+/IFN ‑ γ− at those same
doses. However, when treated with 9 × 109, 2.7 × 1010, or 8.1
× 1010 CDNVs, CDNVSIIN+/IFN ‑ γ+ was a significantly more
potent T cell activator than CDNVSIIN+/IFN ‑ γ−. As expected,
these results support that CDNVs generated from mature,
SIINFEKL-presenting DC2.4 are more potent activators of
CD8+ T cells than CDNVs from immature, SIINFEKL-
presenting DC2.4 cells in direct CD8+ T cell activation.

We further investigated the role of maturation state and
subsequent ability of CDNVs to directly activate T cells by
examining whether stimulatory and costimulatory signals can
be provided by separate CDNVs of different maturation status

Figure 6. SIINFEKL-presenting CDNVs promote indirect activation of T cells through delivery of antigen to recipient APCs. (A) Schematic
demonstrating the mechanism of CDNV production and delivery of antigenic peptide to bystander APCs, conferring the ability to activate T cells.
As before, immature DC2.4 cells were pulsed with 20 ng/mL IFN-γ and 5 μg/mL SIINFEKL peptide, which then underwent nitrogen cavitation
and differential centrifugation to generate and isolate peptide-presenting CDNVs. Upon DC2.4 treatment with peptide-presenting CDNVs,
recipient DC2.4 cells may take up and present antigenic peptides in MHC I complexes on their surface through cross-presentation or cross-
dressing. Antigenic peptide-presenting DC2.4 cells then interact with naiv̈e CD8+ T cells, stimulating T cell activation. (B) Phenotypic analysis of T
cell activation by T cell early activation marker CD69 expression following CD8+ T cell treatment with DC2.4 cells pulsed with CDNVSIIN+/IFN ‑ γ−,
CDNVSIIN+/IFN ‑ γ+, or 1:1 mixture of CDNVSIIN+/IFN ‑ γ− + CDNVSIIN+/IFN ‑ γ+ (CDNVMix). (C) Expression of the early T cell activation marker
CD69, measured as Geo. MFI, following incubation with DC2.4 cells pulsed with CDNVSIIN+/IFN ‑ γ−, CDNVSIIN+/IFN ‑ γ+, or CDNVMix. Statistical
analysis was performed using one-way ANOVA with Tukey’s HSD test comparing immature to mature CDNVs (*p > 0.05, **p > 0.01, and ***p >
0.001) or CDNV mixture (#p > 0.05, ##p > 0.01, and ###p > 0.001) (mean ± SEM, n = 3).
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or if activation signals need to originate from the same CDNV.
CD8+ T cells were incubated with a 1:1 mixture of
CDNVSIIN+/IFN ‑ γ− + CDNVSIIN−/IFN ‑ γ+ (CDNVMix). T cells
treated with CDNVMix were observed to have minimal CD69
expression, as determined by CD69 MFIGeo, at doses of 1 ×
109 (357 ± 9) and 3 × 109 (371 ± 9), with a small increase
upon 9 × 109 (539 ± 4) CDNVMix treatment. Following
treatment with 2.7 × 1010 and 8.1 × 1010 CDNVMix, CD69
expression significantly increased, as CD69 MFIGeo was
measured to be 1220 ± 40 and 2000 ± 120, respectively. As
shown in Figure 5B,C, T cell activation and CD69 expression
mediated by CDNVMix exhibited a pattern much like that
observed in T cells treated with CDNVSIIN+/IFN ‑ γ−. That is, the
relative number of activated T cells and CD69 expression level
remained relatively low at doses of 1 × 109, 3 × 109, and 9 ×
109, like that observed in CDNVSIIN+/IFN ‑ γ−-treated samples.
Treatment with 2.7 × 1010 CDNVMix resulted in a population
composed primarily of CD69Lo CD8+ T cells, with the
emergence of CD69Hi CD8+ T cells, whereas treatment with
8.1 × 1010 CDNVMix induced a single population comprised
primarily of CD69Hi CD8+ T cells. Despite the presence of
only half the number of SIINFEKL-presenting CDNVs,
CDNVMix was observed to be similarly efficient at T cell
activation as CDNVSIIN+/IFN ‑ γ−, being statistically less efficient
at T cell activation only at the dose of 2.7 × 1010 CDNVs. We
interpreted these results as that although costimulatory signals
provided by CDNVIFN ‑ γ− may be reduced relative to
CDNVIFN ‑ γ+, mature CDNVs may be able to compensate
for this signaling deficit by simultaneous interaction with T
cells in vitro. However, as facilitation of CD8+ T cell activation
by CDNVSIIN+/IFN ‑ γ− providing stimulatory signaling with
CDNVSIIN−/IFN ‑ γ+ providing costimulatory signaling requires
synchronized interaction with the same cell, such a mechanism
of T cell activation may not be significant in vivo. Instead, the
more likely means of direct T cell activation would occur
through stimulatory pMHC and costimulatory signals
originating from the same CDNV.
Indirect CDNV T Cell Activation. We have shown that

CDNVs are capable of presenting peptides and activating T
cells directly. However, CDNV-mediated T cell activation can
also occur through indirect means. In contrast to direct
activation, indirect activation (Figure 6A) occurs through the
uptake of CDNVs by APCs, which, through cross-presentation
or cross-dressing, can present antigenic peptides in MHC class
I complexes and facilitate CD8+ T cell activation. Previous
studies have suggested that in vivo exosome-mediated T cell
activation is based on the uptake of vesicles in bystander APCs
that then travel to lymph nodes, where they present antigenic
peptides and activate cognate T cells.57 Recent studies have
also shown that CDNVs can facilitate the delivery of cargo to
target cells and alter their immunological function.42 To assess
the ability of CDNVs to deliver peptide and/or functional
pMHC complexes and convey T cell stimulatory ability, DC2.4
ce l l s we r e p r e t r e a t ed w i th CDNVS I I N + / I F N ‑ γ − ,
CDNVSIIN+/IFN ‑ γ+, or CDNVMix for 3 h, washed thoroughly,
then cocultured with CD8+ T cells. The change in expression
of CD69 by the T cell population (Figure 6B) and CD69
MFIGeo (Figure 6C) were then examined. As shown in Figure
6B,C, minimal change in T cell activation was observed by
treatment of CD8+ T cells with DC2.4 cells pretreated with 1
× 109 (CD69 MFIGeo of 860 ± 40) or 3 × 109 (CD69 MFIGeo
of 768 ± 7) CDNVSIIN+/IFN ‑ γ−. The population of T cells with
elevated CD69 expression marginally increased by treatment

with DC2.4 cells pretreated with 9 × 109 CDNVSIIN+/IFN ‑ γ−

(CD69 MFIGeo of 1160 ± 40), while a significant increase in
CD69Hi T cell population by DCs pretreated with 2.7 × 1010

(CD69 MFIGeo of 1800 ± 160) and 8.1 × 1010 (CD69 MFIGeo
of 5100 ± 230) CDNVSIIN+/IFN ‑ γ− was observed.

When treated with DCs pretreated with CDNVSIIN+/IFN ‑ γ+

(Figure 6B, middle row), CD8+ T cell activation and CD69
expression were minimal at the lowest dose of 1 × 109

CDNVSIIN+/IFN ‑ γ+ (MFIGeo of 768 ± 7). The level of T cell
activation mediated by DC2.4 cells was observed to
progress ive ly increase wi th increas ing dose of
CDNVSIIN+/IFN ‑ γ+ pretreatment. As the CDNVSIIN+/IFN ‑ γ+

dose increased, CD69 MFIGeo was observed to be 1280 ±
45 at 3 × 109, 1640 ± 80 at 9 × 109, and 2700 ± 230 at 2.7 ×
1010 CDNVSIIN+/IFN ‑ γ+, peaking at 8000 ± 300 upon CD8+ T
cell treatment with DC2.4 cells pretreated with 8.1 × 1010

CDNVSIIN+/IFN ‑ γ+. No statistical difference in T cell activation
wa s ob s e r v ed be tween CDNVS I I N + / I F N ‑ γ − and
CDNVSIIN+/IFN ‑ γ+ at doses of 1 × 109, 3 × 109, and 9 × 109,
although T cell CD69 MFIGeo tended to be slighter higher
from CDNVSIIN+/IFN ‑ γ+ at doses 3 × 109 and 9 × 109 CDNVs.
However, CDNVSIIN+/IFN ‑ γ+ was statistically more efficient at
concentrations of 2.7 × 1010 and 8.1 × 1010 CDNVs.
Expectedly, CDNVs derived from mature, SIINFEKL-present-
ing DC2.4 cells were observed to be more potent activators of
CD8+ T cells than CDNVs derived from their immature
counterparts. We also noted that although CDNVs can activate
CD8+ T cells through a direct mechanism, indirect activation
of T cells through uptake and presentation by bystander DC2.4
cells was far more efficient. Results of DC2.4-mediated indirect
activation suggest that CDNVSIIN+/IFN ‑ γ+ may increase the T
cell activation efficiency of recipient DC2.4 cells through two
ways: (1) inducing maturation of recipient DCs or (2)
increased level of SIINFEKL-MHC class I delivered for cross-
presentation or cross-dressing of recipient DCs.

To investigate if the increased efficacy of CD8+ T cell
activation by DC2.4 cells incubated with CDNVSIIN+/IFN ‑ γ+ is
the result of the mature phenotype of precursor cells, DC2.4
cells were treated with CDNVMix. When treated with DC2.4
cells pretreated with CDNVMix (Figure 6B, bottom row) at
doses of 1 × 109, 3 × 109, and 9 × 109, CD8+ T cell activation
remained relatively low and constant, as CD69 MFIGeo was
observed to be 1090 ± 29, 1027 ± 45, and 1094 ± 125,
respectively, much like treatment with CDNVSIIN+/IFN ‑ γ−. The
number of CD8+ T cells with elevated CD69 expression
slightly rose following treatment with DC2.4 cells pretreated
with 2.7 × 1010 (CD69 MFIGeo of 1200 ± 100) CDNVMix,
while CD8+ T cell activation significantly increased upon
treatment with DC2.4 cells pretreated with 8.1 × 1010 (MFIGeo
of 4300 ± 300) CDNVMix.

CDNVSIIN+/IFN ‑ γ− was statistically more efficient at indirect
T cell activation than CDNVMix, but only at the 8.1 × 1010

CDNV dose. Despite the presence of CDNVSIIN−/IFN ‑ γ+ to
assist in any potential activation of recipient DC2.4 cells, and
similar to results observed in the direct activation assay, CD8+

T cell activation by CDNVMix more closely resembled
treatment with CDNVSIIN+/IFN ‑ γ− than CDNVSIIN+/IFN ‑ γ+.
Activation of CD8+ T cells by bystander DC2.4 cells was
less efficient when DC2.4 cells were treated with CDNVMix,
suggesting that CDNVIFN ‑ γ+ may not activate recipient DC2.4
cells, but instead, mature CDNVs may deliver increased
SIINFEKL in complex with MHC class I molecules for cross-
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presentation or cross-dressing that results in more efficient
activation of CD8+ T cells than CDNVSIIN+/IFN ‑ γ−.
CDNVs and Bystander DCs. To investigate the

mechanism of DC−CDNV interaction with bystander DC2.4
cells, DC2.4 cells were labeled with lipophilic fluorescent label
DiO and incubated with 5 × 1010 CDNVs, labeled with DiI, for
3 h with or without the clathrin-mediated endocytosis inhibitor
Dynasore, which blocks ≥90% of endocytosis at a concen-
tration of 80 μM.58 Cells in 0.4% DMSO were used as a
control. Cells were imaged by confocal microscopy, and DiI-
labeled CDNV uptake was calculated using integrated density
(ID), i.e., the product of area in pixels and mean gray value. As
shown in Figure 7, untreated DC2.4 cells had an ID of 6.7 ×
107 ± 8 × 106, while the uptake of DiI-labeled CDNVs by
DC2.4 in the presence of 80 μM Dynasore significantly
decreased, as ID for cells treated with Dynasore was observed
to be 1.6 × 107 ± 3 × 106. The presence of DMSO was not
observed to influence CDNV uptake by DC2.4 cells, as DiI-
labeled CNDV uptake by untreated DC2.4 cells was similar to
that by DC2.4 cells treated with 0.4% DSMO (ID of 6.8 × 108

± 9 × 106). As CDNV uptake by untreated cells was
significantly higher than that by cells treated with Dynasore,
the uptake of CDNVs by recipient bystander DC2.4 cells
primarily occurs through a clathrin-mediated route.

It has previously been reported that CDNVs generated from
macrophages are capable of mediating repolarization between
pro- and anti-inflammatory states of recipient macrophage
cells.42 With this in mind, we examined the effect DC2.4
CDNVs have on the activation of recipient DC2.4 cells (Figure
8). To investigate if DC2.4-derived CDNVs are capable of
inducing maturation of recipient bystander APCs, DC2.4 cells
were treated with CDNVs generated from immature
(CDNVIFN ‑ γ−) or IFN-γ-induced mature (CDNVIFN ‑ γ+)
parental cells for 24 h and interleukin-6 (IL-6) production
was measured by ELISA. Although a trend of increased IL-6
production with increasing CDNV dose was observed with
DC2.4 cells treated with both CDNVIFN ‑ γ− and CDNVIFN ‑ γ+,

IL-6 production did not significantly differ across the dose
range or between CDNVIFN ‑ γ−- and CDNVIFN ‑ γ+-treated
DC2.4. These results suggest that CDNVs originating from
IFN-γ-induced mature DC2.4 cells lack the ability to induce
maturation of immature recipient DC2.4 cells.

■ CONCLUSIONS
Due to the limitations of cells in immunotherapy, exosomes
and other small extracellular vesicles or synthetic nanoparticles
have been proposed and studied as a replacement for cell-
based immunotherapy. However, such immunomodulatory
platforms are plagued by shortcomings that restrict their
application in a clinical setting. Here, we show that the intrinsic
ability of DCs to process and present antigens can be
harnessed and combined with fragmentation of the cell
membrane by nitrogen cavitation to generate cell membrane-
derived nanovesicles that retain the cell composition of the

Figure 7. DC2.4 CDNVs are taken up by bystander DC2.4 cells primarily through clathrin-mediated routes. (A) DC2.4 cell membranes were
labeled with lipophilic membrane stain DiO (green). CDNVs from DC2.4 cells were labeled with DiI (red). Bystander DiO-labeled DC2.4 cells
were pretreated with or without 80 μM clathrin-mediated endocytosis inhibitor Dynasore for 30 min. DiO-labeled DC2.4 cells were then cultured
with 5 × 1010 DiI-labeled CDNVs with or without Dynasore for 3 h and imaged by confocal microscopy. Cells in 0.4% DMSO were used as the
control. (B) CDNV uptake by bystander APCs was measured by the fluorescence of cellular DiI. The integrated density (ID) was calculated from
fluorescence images. Statistical analysis was performed using one-way ANOVA with Tukey’s HSD test (***p > 0.001) (mean ± SEM, n = 9).

Figure 8. CDNV effect on IL-6 cytokine production of recipient
DC2.4 cells. DC2.4 cells were cultured with CDNVs generated from
immature DC2.4 (CDNVIFN ‑ γ−) or mature DC2.4 (CDNVIFN ‑ γ+)
cells for 18 h, and IL-6 production was measured via ELISA. Statistical
analysis was performed using one-way ANOVA with Tukey’s HSD
test (mean ± SEM, n = 3).
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precursor cell membrane. We have shown that these CDNVs
possess the capability to present antigens and facilitate
activation of antigen-specific CD8+ T cells by both direct
interaction with T cells and indirect activation through uptake
by bystander DCs that then activate CD8+ T cells. Not only do
CDNVs retain the necessary surface molecules required for
CD8+ T cell activation, but also CDNVs generated by nitrogen
cavitation can be produced in higher yields while being less
labor-intensive than exosomes. Furthermore, the production
efficiency of CDNVs is enhanced following maturation,
increasing the yield of CDNVs with higher T cell activation
efficacy in contrast exosomes, which suffer from a decrease in
yield following maturation. Thus, DC cell membrane-derived
nanovesicles generated by nitrogen cavitation offer a potential
platform for immunotherapy to surmount limitations associ-
ated with cell-, exosome-, and synthetic nanoparticle-based
methods.
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