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Tuning innate immune function using microneedles
containing multiple classes of toll-like receptor
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Microneedle arrays (MNAs) are patches displaying hundreds of micron-scale needles that can penetrate
skin. As a result, these arrays efficiently and painlessly access this immune cell-rich niche, motivating sig-
nificant clinical interest in MNA-based vaccines. Our lab has developed immune polyelectrolyte multi-
layers (iPEMs), nanostructures built entirely from immune signals employing electrostatic self-assembly.
iPEMs consist of positively charged peptide antigen and negatively charged toll-like receptor agonists
(TLRas) to assemble these components at ultra-high density since no carrier is needed. Here we used this
technology to deliver MNAs with antigen and defined ratios of multiple classes of TLRa. Notably, this
approach resulted in facile assembly and corresponding signal transduction through each respective TLR
pathway. This control ultimately activated primary antigen presenting cells and drove proliferation of
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antigen-specific T cells. In related in vivo vaccine studies, application of MNAs resulted in distinct T cells
response depending on the number of TLRa classes delivered with MNAs. These MNAs technologies
create an opportunity to deliver nanostructured vaccine components at high density, and to probe inte-
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Introduction

Vaccines are an important technology to prevent and stop the
spread of global disease. These technologies harness the
body’s natural defense mechanisms against pathogens and
require integration of multiple signal classes to drive efficient,
protective responses while avoiding attack of self-tissues.'™
Exciting clinical studies show that delivering combinations of
adjuvants - for example, toll-like receptor agonists (TLRas) -
can improve and tailor vaccine responses.*® TLRs and other
innate immune sensor systems are expressed at high levels on
antigen presenting cells, many of which are concentrated in
the skin. Because of this unique niche, arrays of micron-scale
needles - termed microneedle arrays (MNAs) — have emerged
as technologies that directly target this immunological niche
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gration of multiple TLRas in skin to tune immunity.

without reaching pain receptors.>” Here we create a tunable
MNA platform for combinatorial control over innate signaling
by delivering antigen with precise ratios of multiple classes of
TLRas.

Vaccines drive efficient and protective responses against
dynamic pathogens while maintaining selectivity to avoid side
effects or autoimmunity. These goals are accomplished by
including multiple signal classes, including (i) antigen -
specific proteins or peptide fragments from pathogens that
confer specificity, and (ii) adjuvant, which stimulate responses
by activating antigen-presenting cells (APCs) and functional
cells such as lymphocytes. APCs are concentrated in locations
that commonly encounter foreign pathogens; for example,
skin and mucosal layers.® ' After encountering antigen, APCs
migrate to specialized immune organs known as lymph nodes
to co-present antigen and specific costimulatory markers to
naive cells, specifically T and B lymphocytes. Integration of
these signals by lymphocytes results in proliferation and matu-
ration, allowing the now antigen-experienced effector cells to
return to the periphery to destroy foreign pathogens displaying
the antigen.'?

APCs express high levels of toll-like receptors (TLRs) intern-
ally and on the cell surface. These receptors detect molecular
patterns common in pathogens, but not in mammalian cells;
thus, these TLR agonists (TLRas) trigger TLR danger sensing
pathways."*™"® For this reason, TLRas are attractive candidates

This journal is © The Royal Society of Chemistry 2023


http://rsc.li/nanoscale
http://orcid.org/0000-0003-4490-5859
http://orcid.org/0000-0003-3783-6488
http://orcid.org/0000-0002-6668-6928
https://doi.org/10.1039/d3nr00333g
https://doi.org/10.1039/d3nr00333g
http://crossmark.crossref.org/dialog/?doi=10.1039/d3nr00333g&domain=pdf&date_stamp=2023-05-16
https://doi.org/10.1039/d3nr00333g
https://pubs.rsc.org/en/journals/journal/NR
https://pubs.rsc.org/en/journals/journal/NR?issueid=NR015019

Published on 25 April 2023. Downloaded by Y unnan University on 8/14/2025 3:37:46 PM.

Nanoscale

for adjuvants to increase the immunogenicity of vaccine
antigens.'®™® As one salient illustration, mRNA and adeno-
virus vector COVID-19 vaccines both contain TLRas - either
the mRNA itself or as a component of the vector - serving as
crucial components to drive effective response against COVID
antigens through initiation of innate signaling.>’ One emer-
ging strategy to improve vaccine outcomes is the incorporation
of multiple classes of TLRas. For example, a cancer vaccine
integrating TLR4a/TLR9a is significantly more effective at
driving long-lasting clinical responses than an equivalent
vaccine containing only TLR4a.”! These and other studies
demonstrate vaccines that target multiple pathways have great
potential to tune immune responses and improve outcomes.”>>*

MNAs offer exciting opportunities to improve both vaccine
potency and administration. MNAs directly target the APC-rich
dermal layers of the skin without reaching pain receptors,
making MNAs attractive for vaccine delivery relative to conven-
tional, needle-based approaches. These arrays come in a
variety of designs, including coated, dissolvable, hollow, and
solid; each with its own benefits regarding dosing, kinetics,
and cargo stability.”>>” However, these designs share several
key advantages relative to traditional needle-based vaccine
administration. MNAs reduce pain at the site of injection
because the needle length scale it too short to reach pain
receptors. Additionally, MNAs are not medical sharps and can
reduce the need for a tightly regulated cold chain when arrays
are shipped with components contained within the needle or
coated onto the surface.’®? These problems are underscored
by distribution challenges ubiquitous to many developing
regions.’°* Immunologically, specialized APCs such as
Langerhans and dendritic cells (DCs) are concentrated in the
skin, creating a unique niche for vaccination.?”*>"** These fea-
tures have driven considerable clinical exploration. For
example, dissolvable microneedles have been studied in phase
1 trials to deliver influenza vaccines in humans and are being
explored in therapeutic vaccination for cancer or other
diseases.**®

Our lab has developed MNAs as a substrate for self-assem-
bly of immune signals at high density."**>?°*! In particular,
we recently reported electrostatic assembly of model antigen
with a TLR agonist using electrostatics to form immune poly-
electrolyte multilayers (iPEMs).">** These assemblies load
components in a simple, low energy format without need of a
carrier or matrix. Thus, 100% of the formulation is cargo, max-
imizing signal density. Further, because there are no polymeric
carriers in the structures, there are no complicating back-
ground effects resulting from the intrinsic immunogenicity of
many synthetic polymers.**** Here, we develop this idea as a
platform for combinatorial delivery of multiple TLRas. We
created a library from peptide antigens and defined ratios of
TLR3a and TLR9a. Specifically we used polyinosinic-polycy-
tidylic acid (polyIC), a synthetic double stranded RNA, as our
TLR3a. We used CpG oligonucleotide - a synthetic single-
stranded DNA molecule, as our TLR9a. We show that combi-
nations of antigen and distinct classes of TLRas can be
assembled on MNAs and used to control the relative compo-
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sition of these self-assembled immune nanostructures.
Importantly, the TLRa composition defines the simultaneous
and corresponding levels of TLR signaling in each cognate
TLR pathway. These events lead to activation of primary APCs
and expansion of antigen-specific T cells. Using a simple
mouse vaccine model, we show MNAs generate antigen-
specific T cell responses; notably, the magnitude depends on
the number of TLRa classes delivered with MNAs. This work
provides a platform for integrating antigens and combinations
of TLRas to tune innate immune signaling for specific vaccine
and immunotherapy applications targeting the skin niche.

Experimental section
Materials

SIINFEKL, a model antigen derived from ovalbumin, and
SIINFEKL appended with 9 arginine residues (SIINFEKL R9) as
a cationic tag to support assembly were synthesized by
Genscript with >98% purity; peptides were synthesized with or
without a FITC label on the N-terminus. Low molecular weight
polyIC was purchased from Invivogen. TLR9 agonist CpG oligo-
nucleotide (5'T*C*C*A*T*G*A*C*G*T*T*C*C*T*G*A*C*G*T*T3’)
was synthesized by IDT with a phosphorothioate backbone.
Label-IT nucleic acid labeling kits (Cy3 and Cy5) were pur-
chased from Mirus Bio LLC. PolyIC and CpG were labeled
according to the Mirus Bio instructions. Poly(i-lactide) (PLLA)
was purchased from Sigma-Aldrich. A Sylgard silicone elasto-
mer kit was obtained from Dow Corning.

Animals and care

C57BL/6] and C57BL/6-Tg(TcraTcrb)1100Mjb/] mice (female,
6-8 weeks) were obtained from The Jackson Laboratory. All
animal care and experiments were carried out using protocols
approved and overseen by the University of Maryland IACUC
committee in compliance with local, state, and federal
guidelines.

MN fabrication

MN arrays were prepared as previously described.*” Briefly,
poly(dimethylsiloxane) (PDMS) molds using a Sylgard 184
silicon elastomer kit (Dow-Corning) were prepared using a
Clark-MXR-CPA-2010 (VaxDesign). PLLA was melted through a
phase transition in the molds under vacuum (-25 in. Hg,
200 °C, 40 min), then cooled to —20 °C for least 30 min before
separating the cast PLLA MNAs from the PDMS mold. MN
morphology of coated and uncoated arrays were characterized
by scanning electron microscopy (SEM) using a JEOL 6700F
FEG-SEM.

Assembly and characterization of iPEMs on MNAs

All bilayers (BL) were assembled using a DR3 dipping robot
(Riegler & Kirstein GmbH). PLLA MNAs were cleaned via
ethanol rinsing, dried under filtered air, and charged with an
oxygen plasma deposition system (Jupiter III, March). The pre-
pared arrays were then sequentially exposed for 5 min each to
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FSIIN* (1 mg mL™", 0.2 M sodium acetate buffer) and varying
combinations of TLR9a and TLR3a (1 mg mL™", 0.2 M sodium
acetate), with or without Cy3/Cy5 labels, except where noted in
text. These deposition steps were separated by two sequential
1 min rinsing steps in deionized water, with fresh rinse solu-
tions used for each cycle. Assembly on MNs was automated
using a DR3 dipping robot programmed to repeat the bilayer
deposition a desired number of times, up to 64 BL (128 layers).

Quantification of FSIIN*, TLR3a (PolyIC), and TLR9a (CpG)

MNA Cargo was removed from the needles using RNA Lysis
Buffer. Cargo was eluted through spin columns, and the
amount of FSIIN* was determined by measuring the absor-
bance at 482 nm and comparing to a standard curve made
with known amounts of FSIIN*. Next, deionized water was
used to elute the TLR3a from the same spin columns. This
amount was determined by measuring the absorbance at
280 nm and comparing to a standard curve. Finally, a portion
of the initial elution was mixed with oligo binding buffer and
eluted again through a fresh spin column. Deionized water
was used to elute the TLR9a from the column, and its absor-
bance was measured at 282 nm and similarly compared to a
standard curve. Standard curves were developed by combining
known amounts of TLR3a, TLR9a, and FSIIN* in soluble solu-
tions, then running through columns to ensure each com-
ponent could be independently detected (see Fig. S17).
Measurement wavelengths (i.e. 482 nm, 280 nm, and 282 nm
for FSIIN*, TLR3a, and TLR9a respectively) were determined by
performing UV Vis line scans and using the peak maximum
wavelength. All buffers and columns were obtained from the
Zymo Research Corporation.

MNA imaging

Confocal microscopy (Olympus FLUOVIEW FV3000) was used
to visualize fluorescently labelled SIINFEKL R9 (FITC), TLR3a,
and TLR9a (Cy3 and Cy5) on MNAs and individual needles. To
analyze pixel intensity across different combinations, lines
centered in the middle of the needle and spanning the dia-
meter of each needle were drawn. Then, the pixel intensity of
pseudo-colored TLR3a, TLR9a, and FSIIN* was measured. This
was repeated for 36 lines, spanning the entire circumference
of the needle. Dynamic range was calculated for each point by
dividing the signal for a given point by the maximum signal
minus the minimum signal for that needle. Averages of this
range were plotted as a function of distance along the axis.

In vitro DC studies

Splenic DCs were isolated from C57BL/6 mice with CD11c posi-
tive magnetic isolation kit (Miltenyi Biotec) following the man-
ufactuer’s protocol. After isolation, the cell pellet was resus-
pended in 1 mL of DC medium (RPMI1640, 10% FBS, 0.5%
pen/strep, 50 pM 2-mercaptoethanol (2-ME)) prior to use. 1 x
10° DCs in 200uL were plated on top of a quarter of a MNA in
each well in a 96 well plate. Untreated DCs, soluble peptide
FSIIN* (5 pg mL ™", 1 pg per well), TLR3a (10 pg mL™", 2 pg per
well), TLR9a (10 pg mL™", 2 pg per well), or co-treatment with
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FSIIN* (5 ug mL™", 1 pg per well), TLR3a (10 ug mL™", 2 pg per
well), and TLR9a (10 ug mL™, 2 pg per well) were used as con-
trols in in vitro studies. Soluble control amounts were selected
based on previous experiments to provide activation of cells;
because not all MNA cargo dissolved into solution (as evi-
denced by visible FITC SIINFEKL on needles), soluble doses
are less than the total amount of cargo on needles.
Comparisons are noted in the text.

After 24 h, flow cytometry was used to assess DC matu-
ration. Briefly, cells were washed with 200 pL of FACS buffer
(1% BSA in PBS), collected by centrifugation, then blocked
with anti-CD16/32 (BD Biosciences) prior to surface marker
staining. To assess DC maturation, DCs were stained for CD40
(PE, BD Biosciences), CD80 (APC, BD Biosciences), CD86
(V450, BD Biosciences), SIINFEKL presented in MHC1 (PECy7,
Biolegend), and viability (Invitrogen). Samples were analyzed
via flow cytometry (Cytoflex, BD) and Flow]Jo v10. FlowJo soft-
ware was used for all data analysis.

In vitro CD8* T cell expansion

CD11c-enriched DCs were isolated and treated with MNA quar-
ters as described above. Positive and negative control wells
received free SIINFEKL peptide (2 pg mL™') or no peptide,
respectively. After an additional 24 h, CD8" T cells were iso-
lated from OT-I mice using a CD8" negative selection isolation
kit from Stemcell. The purified cells were washed twice to
remove any serum and labeled with 5 pM of a carboxyfluores-
cein succinimidyl ester (CFSE) proliferation dye (eFluor 670;
eBioscience) for 10 min at 37 °C in the dark. After 10 min, the
dye was neutralized with 5 times the volume of T cell medium
(RPMI11640, 10% FBS, 1x nonessential amino acids, 10 mM
HEPES, 2 mM t-glutamine, 0.5% penicillin streptomycin,
50 pM 2-ME) followed by washing three times with T cell
medium. The resulting cells (3 x 10 cells/50 uL) were added
into the wells containing DCs/MNA array pieces and DCs/con-
trols, then incubated for 48 h. After incubation, cells analyzed
for proliferation. To assess T cell proliferation, cells were first
blocked with anti-CD16/32 as described above and stained
with anti-CD3 (PE-Cy7, BD Biosciences) and anti-CD8a (APC,
BD Biosciences) for CD8" T cells. Flow cytometry was used to
analyze the signal of eFluor 450 dye as an indication of fluo-
rescence dilution resulting from T cell proliferation.

TLR reporter cell studies

To assess the kinetics of TLR3- and TLR9-specific signaling,
HEK-Blue mTLR3 or HEK-Blue mTLR9 reporter cells
(InvivoGen) were plated at 5 x 10° cells per well in HEK-Blue
Detection medium (InvivoGen) per the manufacturers’ instruc-
tions. Cells were treated with MNA quarters, soluble TLR3a
(10 pg per well), soluble TLR9a (10 pg per well), soluble FSIIN*
(10 pg per well) or soluble TLR3/9a (5 pg PolyIC + 5 pg CpG per
well) for 10 to 16 hours. The TLR3 and TLR9 reporter cells
have different kinetics; in the main text, we report the absor-
bance at the appropriate time scale for each type of reporter
cell, while the corresponding absorbance for the time point of
the other reporter cell is included in the ESI (Fig. S27).

This journal is © The Royal Society of Chemistry 2023
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Absorbance was measured hourly at 620 nm using a Tecan
fluorescence microplate reader. Results are shown relative to
media only absorbance.

ELISA assays

Supernatants from cocultures of splenic DCs and transgenic
CD8" T cells were quantified by sandwich ELISA according to
the manufacturer’s protocols for the secretion of IFN-y (BD
Biosciences).

In vivo vaccination studies using electrostatically-assembled
MNAs

C57Bl/6 mice (n = 4 per group) were immunized using the
same vaccine components and a related MNA design. To form
these MNAs, vaccine components were first electrostatically
complexed together via mixing (70 pg FSIIN* and 100 pg total
TLRa, at the indicated ratios), then centrifuged into the tips of
PDMS MNA molds. Then, cold water fish gelatin (Sigma) was
backfilled behind complexes. Arrays were allowed to dry for
36 h and de-molded to form dissolvable, complex-loaded
MNAs. Mice were immunized with these dissolvable MNAs on
day 0 on the right flank by using a modified nail punch to
ensure needles had entered skin. Needles were allowed to dis-
solve and MNAs were allowed to naturally detach from the
mouse flank. Blood was then collected by the submandibular
route on day 7. Blood samples were treated with 1 mL of ACK
lysing buffer (Life Technologies) to remove red blood cells, col-
lected by centrifugation (500g, 5 min), washed in FACS bulffer,
and collected. Each cell sample was then blocked with anti-
CD16/32 for 10 min at RT, followed by staining with the MHC I
SIINFEKL tetramer (PE-conjugated, NIH tetramer core) for
30 min at RT. Cells were subsequently surface-stained by incu-
bation with anti-CD8a (APC, BD bioscience) and for viability
(near infrared dye, Invitrogen) for 20 min at RT, washed twice,
and suspended in FACS buffer for analysis by flow cytometry.

Statistical analysis

Data was analyzed by multiple group comparison using one-
way analysis of variance (ANOVA) with a Tukey post-test in
GraphPad Prism v.6.02. Statistical significance was defined at
p values < 0.05 (95% confidence interval) and indicated as * =
p £0.05,* =p <0.01, *** =p <0.001, and *** =p < 0.0001.
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Results and discussion

Electrostatic assembly allows controllable loading and linear
growth

To establish a route for electrostatic assembly of TLRa on
MNs, we began with a simple design using TLR3a (PolyIC) and
model antigen (SIINFEKL). To prepare coated MNAs, PLLA-cast
MNAs were dip-coated using sequential assembly steps
(Scheme 1). Since the peptide antigen is positively charged
and the nucleic acid TLRa is negatively charged, these com-
ponents serve as both immunological cues and structural com-
ponents for assembly by electrostatic interactions. SEM images
revealed the coated MNA displayed conformal coatings that
maintained the geometric fidelity of the MNA substrate even
after depositing 64 bilayers, matching the geometry of
uncoated needles before dipping. A representative image of
the uncoated needle is shown in Fig. 1A. Visualization of coat-
ings assembled with fluorescently labeled SIINFEKL-R9 (FITC)
and TLR3a (Cy3) using laser scanning confocal microscopy
revealed co-localization of signal. Although the entire surface
was coated, more intense signal was observed in some regions
near the MNA tips (Fig. 1B). This could result from dipping
and drying during the robotic dip-coating process. However,
quantification of loading revealed facile control over the
loading of each component, proportional to the number of
layers deposited (Fig. 1C). A linear relationship was observed
between the number of adsorption steps and the amount of
cargo deposited (Fig. S31). To confirm loading was driven by
electrostatic interactions on these MNAs substrates — and not
other interactions, such as protein-nucleic acid entanglements
- we performed another study using the same process but
omitting the TLRa from the second dipping solution.
Exclusion of the TLRa component eliminated growth (Fig. 1D),
indicating the need for the opposite charged TLRas com-
ponent to support growth on the MNA.

Electrostatic assembly of immune signals allows modular
coating of MNAs with control over the relative composition of
TLRa.

We next tested if the assembly and relative concentrations
of multiple classes of TLRas with antigen could be controlled
on MNAs. In these studies, the total antigen and adjuvant (i.e.
TLRas) concentrations were fixed, while the relative concen-
tration of distinct TLRa classes - TLR3a and TLR9a - was
varied (i.e., TLRa ratio).
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Scheme 1 Tunable loading and composition of MNAs drives DC activation and effector cell response.
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Fig. 1 Microneedle loading is driven electrostatically, can be controlled,
and has a linear growth regime. (A) Microneedles, small patches of
needles too short to reach pain receptors but long enough to deliver
coatings to the dermal layers, can be formed out of PLLA plastic. Scale
bar = 1 mm. (B) Confocal microscopy Z-stack images of individual
needles coated with 64 BL of FSIIN* (green) and TLR3a (red). Scale bar is
100pm. (C) Direct loading measurements of FSIIN* and TLR3a on MNAs.
(D) FSIIN* loaded onto microneedles with (left) or without (right) the
presence of TLR3a. Data are presented as mean + SD.

Laser scanning confocal microscopy revealed constant
levels of antigen deposition, while the relative levels of TLR3a
and TLR9a corresponded to the defined TLRa assembly ratio.
This was evident in both cross sections (Fig. 2A) and
maximum intensity projections (Fig. 2B). Image analysis
revealed co-localization of signal, with intensity levels con-
trolled by the input TLRa ratio (Fig. 2C). This point was under-
scored by the maximum of the dynamic range for each TLRa
(Fig. 2D). Analytical quantification of the amount of each com-
ponent loaded confirmed control over the absolute and relative
concentrations of antigen and TLRas (Fig. 2E and Fig. S37).
These studies resulted in a library of MNAs comprising
five different ratios of TLR3a to TLR9a, while maintaining con-
stant antigen.
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The amount of immune signals assembled on MNAs controls
DC activation and cargo uptake

Beginning with the 1:1 TLR3a:TLR9a MNA design, we first
tested if the level of cargo loading altered antigen uptake and
presentation by primary DCs, as well as the presentation of key
costimulatory markers on APCs involved in T cell expansion
(i.e., CD80, CD86, CD40). Cells were plated directly onto quar-
ters of the arrays, as previous studies in our lab showed that
iPEM- coated MNAs delivered components to the dermal layers
of murine skin."> Thus, for these in vitro studies, we hypoth-
esized that DCs would be able to take up cargo from the arrays
or from the dissolution of components in solution. While the
needles themselves would promote this uptake in vivo in the
skin, we did not expect the needles to directly penetrate the
cells to deliver cargo. Additionally, upon completion of the
studies, not all cargo had been released into solution; thus,
the mass of soluble control treatment was selected to be less
than that of the total amount delivered in solution. Using a
common gating scheme (Fig. S4A}) and nuclear dye, we
assessed viability (Fig. S4BT). These studies confirmed MNA -
coated and uncoated - did not significantly alter cell viability,
regardless of the number of BLs deposited, although uncoated
needles and 64BL needles did result in lowered viability of one
of the samples. Despite these slight reductions, there were
enough cells to analyze surface markers and antigen uptake
and presentation across all groups. Next, we treated cells with
needles coated with defined numbers of BLs. In these studies,
antigen internalization - indicated by FITC signal, generally
increased with increasing numbers of bilayers (Fig. 3A and B),
with 64BL-coated MNAs causing DCs to take up statistically
similar amounts of FSIIN* to soluble controls (statistics not
included on graph for the sake of clarity). This internalization
led to processing and presentation of SIINFEKL antigen in
MHC-I machinery in a manner that correlated with the
number of BLs deposited (Fig. 3C and D). Here, 32 and 64BL-
coated MNAs caused DCs to express SIINFEKL in MHC-I at
similar levels to DCs treated with soluble mixtures of com-
ponents (statistics not included on graph for the sake of
clarity). Interestingly, although this parameter generally
increased with the number of BLs, moving from 8BL to 16BL
did not cause a significant increase at the timescale analyzed.
This may indicate the assay is not sensitive enough to resolve
the smaller difference in loading between 8 BL and 16 BL, rela-
tive to larger changes in loading moving from 16 BL to 32 BLs.
Studies with additional increments between numbers of
bilayers, along with kinetic analysis, could provide further
insight into the antigen uptake and display kinetics. It is also
important to note that solid 64BL surface coatings on MNAs
were able to induce a similar response to soluble controls
(although soluble control dosing amounts were lower than the
amount coated onto the needle). In vivo, these components on
these needles would be able to penetrate the skin and deliver
cargo to dermal immune cells. Thus, these findings providing
exciting motivation for delivery of these components through
the skin. Increased antigen uptake and presentation leads to

This journal is © The Royal Society of Chemistry 2023


https://doi.org/10.1039/d3nr00333g

Published on 25 April 2023. Downloaded by Y unnan University on 8/14/2025 3:37:46 PM.

Nanoscale

>

TLR9a TLR3a FSIIN*

Overlay of
TLRas

TLR9a TLR3a FSIIN*

Overlay of
TLRas

C
.
Z
5o
mLI_
= £
3
D
1_
2z
G 0.5
C
[J]
€ 0
T
X 1o
o
N
S 0.5
(0]
2
S 0
o
o 17
§
S 0.5
o)
0
0

20

40

60

Loading (ug)

25+

204

159

104

1

1

1

|
20 40 60 80 100
Distance along axis

«TLR3a
«TLR9a

ﬂ

T T T
1:0 2:1 1:1 1:2 0:1

Loading ratio of
TLR3a:TLR9a

View Article Online

Paper

s FSIIN*

Fig. 2 Multiple TLRas can be loaded onto microneedles uniformly and in defined ratios. Confocal microscopy (A) slices of arrays and (B) needle Z
stack projections at varying compositions. (C) FSIIN*, TLR3a, and TLR9a merged slices of arrays, with representative line to show image analysis tech-
nique. (D) Lines in C were rotated through each cross section to obtain 36 measurements, then averaged and analyzed to calculate the dynamic
range of pixel intensity. Dynamic range was calculated for each point by dividing the signal for a given point by the maximum signal minus the
minimum signal for that cross section. (E) Direct loading measurements of combinatorial MNAs, showing that the relative amount of TLR3a to TLR9a
can be varied. All scale bars are 100pm. Data are presented as mean + SD.
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Fig. 3 Altering microneedle loading influences DC cargo uptake and activation. (A) MNA cargo uptake and (B) line traces of FITC-labelled SIINFEKL
after treatment with varying-BL 1:1 TLR3a: TLR9a MNAs. (C) SIINFEKL presentation and (D) line traces of SIINFEKL presented in MHC1 after treat-

ment with varying-BL MNAs. Frequency of (E) CD40", (F) CD80%, and (G)
mean + SD.

increased antigen-specific effector cell proliferation and
improved immune responses; thus, 64 BL-coated needles were
chosen for the remainder of cell studies. In all cases MNAs
integrating a TLRa drove high levels of DC activation, as evi-
denced by the frequencies of cells positive for costimulatory
markers CD40, CD80, and CD86 (Fig. 3E-G). Excitingly, MNAs
coated with all numbers of bilayers generated a costimulatory
response that was greater than or equivalent to that of soluble
components (statistics not included for the sake of clarity). It
is important to note that R9 serves as a cell-penetrating

8668 | Nanoscale, 2023, 15, 8662-8674

CD86™ DCs after treatment with varying-BL MNAs. Data are presented as

peptide sequence, which may improve uptake of FSIIN* with
adjuvants compared to delivery of unmodified SIINFEKL with
adjuvants; however, the cationic residues are critical for
driving electrostatic assembly of the SIINFEKL antigen with
TLRas. Previous work from our lab has shown that this pene-
trating peptide does facilitate antigen uptake.*® As such,
studies comparing modified with unmodified SIINFEKL and a
variety of agonists will need to be conducted to elucidate the
immunological importance of this R9 peptide. Application of
this coated MNA platform to pathogens whose antigens are

This journal is © The Royal Society of Chemistry 2023
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difficult to extract or potentially immunotoxic could be ben-
eficial. For example, MNAs might drive expression of broad
activation markers even at small doses (i.e., low numbers of
BLs), allowing induction of the same levels of costimulatory
marker expression with less antigen.

Combinatorial TLRa MNAs trigger TLR pathways in a
composition-dependent manner and promote DC activation

To investigate whether MNAs containing different ratios of
TLRas trigger TLR pathways in a composition-dependent
manner, we assessed TLR3 and TLR9 signaling in cells treated
with 64 BL-MNAs spanning the library of TLR3 and TLR9
ratios used in Fig. 2. Excitingly, in these studies TLR3 signal-
ing was significantly greater in cells treated with MNAs con-
taining higher compositions of TLR3a relative to TLR9a
(Fig. 4A); likewise TLR9 signaling was greater in cells treated
with designs containing higher compositions of TLR9a relative
to TLR3a (Fig. 4B). Inclusion of multiple TLRas activated TLR
signaling in cells significantly more than untreated controls.
These data confirm the ratio of TLRas assembled with antigen
on MNAs controls the relative signaling of distinct TLR path-
ways. Furthermore, all ratios containing TLR3a activated TLR3
reporter cells significantly more than any single control (stat-
istics not shown for the sake of clarity). This indicates that the
codelivery of both antigen and agonist is important for driving
a robust DC response. At TLR3a:9a ratios of 0:1, 1:2, and
1:1, TLR9 reporter cells were activated at similar levels to cells
treated with TLR9a only or TLR3a + 9a. These comparisons
indicate that for intradermal delivery, this MNA system deliver-
ing tunable amounts of cargo could achieve similar immuno-
logical outcomes to soluble controls.

We next hypothesized that combinatorial TLRa designs
coated with antigen on MNAs would also alter DCs activation
profiles relative to MNAs coated with antigen and a single
TLRs. To test this, we treated DCs using the same ratio library
of MNA coatings and measured cargo uptake, antigen presen-
tation, and costimulatory markers. A gating scheme similar to
Fig. 3 was used in the analysis (Fig. S5At), and viability was
analyzed to ensure treatments had minimal impact on cell via-
bility (Fig. S5Bft), enabling robust analysis of the surface
markers. First, we found that increasing amounts of TLR3a
generally increased FSIIN* antigen internalization (Fig. 4C and
D), with an increase in uptake at ratios of 1:1 TLR3:9a and
higher. This suggests that the 1: 1 ratio provides the minimum
amount of TLR3a to maximize cargo uptake. Similarly, we
found that increasing amounts of TLR3a caused increased
SIINFEKL presentation in MHC-I (Fig. 4E and F), as expected
from the internalization data above. However, the increase in
antigen presentation was more dramatic compared to antigen
uptake. This provides further evidence that the system may be
especially sensitive to TLR3a, with amounts at the 1:1 ratio
and higher driving significant antigen uptake and presen-
tation. In examining costimulatory markers, all combinations
of TLR3a: TLR9a on MNAs caused a higher percentage of cells
to express CD40, CD80, and CD86 markers compared to
untreated cells, uncoated MNA-treated cells, or to cells treated

This journal is © The Royal Society of Chemistry 2023
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with fluorescently- labelled and arginine tagged antigen only
(FSIIN*) (Fig. 4G-I). While the soluble controls are not dose-
matched to the experimental controls, the comparison of each
MNA combination to cells treated with a soluble mixture of
FSIIN* and TLR3/9a still provides exciting motivation for
future in vivo studies using this system. The results in Fig. 4H
and I show that all combinations of cues delivered on solid
MNAs can activate significantly more DCs to express CD80 and
CD86 compared to soluble controls. Furthermore, in the case
of CD40 in Fig. 4G, only the 1:1 ratio of TLR3: 9a caused sig-
nificantly more DCs to express this marker compared to a
soluble mixture of all signals with these signals delivered at
the same ratio. This result provides motivation for different
combinations of TLRas driving differential DC and perhaps
other skin-resident immune cell phenotype activation.

As discussed earlier, effector cells require multiple signals
to effectively drive an immune response against a particular
antigen. In examining specific markers, the 1:1 TLR3a: TLR9a
caused significantly more cells to express CD40 compared to
unequal combinations. CD40 expressed on dendritic cells is
an important ligand for the activation of a different subset of
effector cells, CD4+ T cells, which interact with other immune
cell types to drive robust immunity.*” While we examined only
CD8+ T cells in this work, the tunable expression of CD40 and
potentially other surface markers could allow this platform to
be applied to diseases where the immune response is
mediated by different effector cell subsets. In addition, CD80
and CD86 are upregulated when treated with MNAs containing
higher amounts of TLR3a compared to TLR9a. This point is
further supported by the comparison to treatment with TLR9a
only, where significantly fewer cells expressed these surface
markers. This indicates that microneedles coated with higher
amounts of TLR3a than TLR9a may induce improved cytotoxic
T cell activation, as these markers are implicated in the acti-
vation of CD8+ T cells. More broadly, higher percentages of
cells expressing specific surface markers when treated with a
higher ratio of one TLRa compared to another suggests and
opportunity to tune dendritic cell activation. Pathway analysis,
for example by qRT-PCR, could reveal differential abilities of
these APCs encountering different TLRa ratios to expand and
polarize antigen-specific T cells. Toward this goal, we next
assessed T cell engagement.

Increased DC activation and antigen availability drives effector
cell proliferation

To test if MNAs cause antigen-specific immune cells to pro-
liferate in response to treatment, we cocultured DCs with T
cells from transgenic mice in which all CD8+ T cells express
T cell receptors for SIINFEKL. These T cells were labelled
with a proliferation dye that decreases by half during each
successive generation of cell division (Fig. 5A and Fig. S6AT),
then analyzed for viability (Fig. S6Bt); this revealed the MNA
treatments had comparable viability to soluble mixtures. All
MNA TLRa compositions caused significant proliferation
compared to untreated cells, indicating effective activation of
APCs and antigen display in a manner able to expand
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Fig. 4 Microneedles effectively activate DCs towards inflammation using TLR pathways. (A) TLR3 and (B) TLR9 reporter cell activation as a function
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sake of clarity.

antigen-specific T cells (Fig. 5B and C). Additionally, all TLRa
combinations delivered via MNAs caused similar levels of
proliferation to soluble delivery of FSIIN* with TLR3/9a.
Interestingly, while the level of expansion was similar across
TLRa compositions, analyzing the cytokines from the cocul-
tures indicated that T cell function was influenced by TLRa
composition. Cytokines determine specific T cell fates as well
as function, such as effector response and antibody pro-
duction. We examined IFNy, a type 2 IFN, which is produced
by antigen-experienced T cells (Fig. 5D). This protein helps to
activate macrophages and increases expression of MHC I
molecules on APC surfaces. Systemically, IFNy is an impor-
tant link between the innate and adaptive immune
response.*®*® All the MNA designs drove IFNy secretion, but
there were some composition-dependent effects—notably
higher ratios of TLR9a induced the highest amount of IFNy
(Fig. 5D). This provides interesting contrast to the antigen
presentation and costimulatory marker expression in Fig. 4,
which were higher in cells treated with higher ratios of
TLR3a. Interestingly, IFNy delivered intradermally has been
shown to increase recruitment of ¢D11c" DCs to the site of
application; understanding how IFNy is released by these
cells in culture may provide important information about the
recruitment of immune cells to the site of application.>

This journal is © The Royal Society of Chemistry 2023

With this in mind, tunable ratios of TLRas set the stage for
future studies investigating how modulating TLR signaling
with MNAs can be used to generate different responses
against the same antigen. Further work will examine how
different ratios of TLRas on microneedles cause cells to
release additional cytokines, such as IFNa, IFNf, and
interleukins.

CDS" T cells responses to vaccination are directed by TLRa
compositions in MNAs

As an initial investigation to determine the impact of the
number of TLRa components delivered with MNAs, we con-
ducted an in vivo mouse vaccine study. In this study we
designed MNAs comprising fixed doses of antigen and total
TLRa, but different relative TLRa compositions. In particular,
cohorts were treated with MNAs containing antigen and single
TLRa type, or with MNAs containing antigen and both classes
of TLRas. Seven days later we collected peripheral blood and
used SIINFEKL MHC-I tetramer staining to quantify the
number of CD8" T cells specific for the vaccine antigen
(Fig. 5E, top). Excitingly, while both MNA designs generated
measurable tetramer responses, the MNAs containing both
classes of TLRa generated significantly higher antigen-specific
responses relative to the dose-matched MNAs containing a
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single TLRa (Fig. 5E, bottom). These data demonstrate the
MNAs are functional, and provides initial data supporting the
role of combinatorial classes of TLRa delivered by MNAs in
directing antigen-specific T cell immunity.

Conclusions

This work seeks to improve vaccine design and delivery by
coating vaccine delivery devices, MNAs, with combinations of
TLRas and antigen. We show that cargo adsorption is linearly
connected to the number of bilayers deposited, and driven
electrostatically. Treating cells with a library of MNAs contain-
ing defined ratios of TLR3a: TLR9a reveals that the TLR signal
transduction is tunable and defined by MNA composition.
This work has implications for future coated microneedle
designs by providing multiple tunable parameters to enable
desired cargo loading levels and antigen availability.
Furthermore, this platform would enable TLRas or other cargo
to be placed into distinct layers of the MNA to control the
immune response temporally; for example, adding an agonist
that binds a receptor expressed at the beginning of cellular
infection towards the last few layers (closest to the needle tips)
and an agonist that binds a late-infection receptor in the
initially-deposited layers (closest to the needle base). In future
applications of this MNA design to different disease models, it
will be important to study the role of these TLRas on different
types of immune cells, such as B cells and CD4+ T cells.
Additionally, more comprehensive in vivo studies will link
modulated APC signaling to effector cell responses with regard
to combinations of TLRas, and how these engagements impact
functional disease outcomes using this MNA technology.
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