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The development of biomaterial-based therapeutics to induce immune tolerance holds great promise
for the treatment of autoimmune diseases, allergy, and graft rejection in transplantation. Historical
approaches to treat these immunological challenges have primarily relied on systemic delivery of broadly-
acting immunosuppressive agents that confer undesirable, off-target effects. The evolution and expansion
of biomaterial platforms has proven to be a powerful tool in engineering immunotherapeutics and
enabled a great diversity of novel and targeted approaches in engineering immune tolerance, with the
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potential to eliminate side effects associated with systemic, non-specific immunosuppressive approaches.
In this review, we summarize the technological advances within three broad biomaterials-based strategies
to engineering immune tolerance: nonspecific tolerogenic agent delivery, antigen-specific tolerogenic
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1. Introduction

Immunological tolerance was described by Peter Medawar in
1961 as “a state of indifference or non-reactivity” toward a
typically immunogenic substance." The term was originally
used in the context of transplantation immunity, where it was
observed that foetal or new-born mice accepted grafts from
immunologically discordant mouse strains, thereby “actively
acquiring” tolerance toward grafts of those tissues that per-

School of Biological and Health Systems Engineering, Arizona State University,
Tempe, AZ, USA. E-mail: j.weaver@asu.edu
+These authors contributed equally.

Amy Emerson is a Ph.D. student
in the School of Biological and
Health Systems Engineering at
Arizona State University. Her
current research interests include
the development of translatable,
biomaterial-based  technologies
for cell-based therapies and Type
1 Diabetes.

7014 | Biomater. Sci., 2020, 8, 7014-7032

therapy, and the emergent area of tolerogenic cell therapy.

sisted into adulthood.” In the 60 years since Medawar’s land-
mark publication and consequent Nobel Prize, extensive
work has been devoted to elucidating and understanding
the mechanisms of immune tolerance.? Concurrently, the evol-
ution of the field of biomaterials has led to a greater under-
standing of how materials interact with cells of the immune
system,” enabling the convergence of these two fields for the
development of biomaterials-based tolerogenic therapies.
While tolerance was first coined in the context of allogeneic
transplantation, it is now recognized that defects in the
mechanisms of tolerance result in the development of allergies
and autoimmune diseases.> Over 80 distinct autoimmune dis-
eases have been identified that impact up to 8% of the popu-
lation in the United States.® Normal physiological tolerance is
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maintained through the mechanisms of (1) central tolerance,
where the immune system is instructed in discriminating self
from non-self within the thymus during T cell development
and the bone marrow during B cell development;” and (2) peri-
pheral tolerance, maintained in secondary lymphatic organs
via autoreactive T cell clonal deletion, induction of T cell
anergy, or conversion of T cells to immunosuppressive regulat-
ory T cells (Tregs) in response to antigen presentation by
innate immune cells such as macrophages and dendritic
cells.® Allergies result from defects in peripheral tolerance
mechanisms, whereas autoimmune diseases are a con-
sequence of dysfunction in both central and peripheral
tolerance.

Much of the precise mechanisms of establishing peripheral
tolerance remain to be fully elucidated, which makes tolero-
genic therapeutic development challenging.” In central toler-
ance development, T cells undergo positive selection in the
thymus, resulting in a T cell receptor repertoire that is auto-
reactive. Approximately 50% of positively selected autoreactive
T cells undergo thymic deletion, known as negative selection,
and the remainder mature and enter the periphery.'® To main-
tain peripheral T cell tolerance of self-antigens, a variety of
cells and molecules must act through multiple mechanisms.
Some circulating autoreactive T cells undergo further deletion
within the lymph nodes,"" and dysfunction in this process
may contribute to autoimmunity.'” Currently, it is unclear
whether peripheral autoreactive T cells must be continuously
suppressed to maintain tolerance or if they require antigen
presentation under the correct circumstances."’

Biomaterials are an integral tool in the development of
delivery vehicles in immunotherapeutics, particularly in
the development of vaccines and other immunogenic
therapies."*'® Often, the delivery vehicle itself may play a role
in enhancing an immunogenic response,"” stimulating inflam-
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matory processes, and acting as a damage-associated mole-
cular pattern to instigate immune responses.” Research has
demonstrated that the immunogenicity of therapeutics can be
significantly influenced by biomaterial delivery vehicle charac-
teristics, such as size, shape, and rigidity,'® which can modu-
late their interactions with innate immune cells and antigen
presenting cells (APC).""> As such, the selection of a bioma-
terial carrier for tolerogenic therapies must be carefully con-
sidered to prevent the instigation of an immunogenic immune
response. For example, immunotherapies designed to combat
autoimmune disease often seek to induce tolerance against
one or more autoantigens.”> Use of a biomaterial delivery
system capable of activating innate immune cells and APCs
toward an inflammatory phenotype runs the risk of instructing
the immune system to attack rather than tolerate the antigen,
potentially exacerbating disease,>* as may have occurred in an
antigen-specific clinical trial for multiple sclerosis.>

As one prominent biomaterial example, poly(lactic-co-glyco-
lic acid) (PLGA) is a widely-used biocompatible and bio-
degradable polymer approved by the FDA for a variety of uses
in parenteral drug delivery,*® and it is ubiquitously used in a
micro- or nanoparticulate form to induce either tolerogenic or
immunogenic responses. Though PLGA has demonstrated
heightened inflammation and APC activation in vivo in the
context of large scaffolds’” and microparticles®® in some
studies, other microparticle forms have demonstrated the
ability to reduce the activation of APCs.”® Indeed, there is
some evidence that inherent properties of biomaterials them-
selves can induce tolerance, even in the absence of antigen
specificity or tolerogenic cargo. Several studies have explored
the ability of negatively charged microparticles - of numerous
materials including PLGA, polystyrene and microdiamond - to
bind to positively charged domains of a specific macrophage
receptor (MARCO), resulting in sequestration of disease-med-
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iating macrophages away from inflamed tissues in models of
multiple sclerosis, encephalitis, and inflammatory bowel
disease.”>?%732 This illustrates that careful consideration of
biomaterial selection in tolerogenic therapy development is
critical, complex, and requires further investigation as the field
matures.

This review focuses on biomaterials-based approaches to
inducing immune tolerance, with a focus on strategies that (1)
non-specifically deliver tolerogenic biologics and drugs, (2)
deliver antigen with or without biologics or drugs for antigen-
specificity, and (3) biomaterial-based modification or delivery
of cells to induce tolerance. The benefits and limitations of
the three approaches are broadly discussed, as well as their
potential for clinical implementation.

2. Biomaterial-based approaches to
engineering tolerogenic
immunotherapies

Biomaterials can be used to engineer tolerogenic immu-
notherapies through three broad approaches discussed in this
review: tolerogenic biologic or drug delivery, antigen-specific
immunotherapy strategies, and tolerogenic cell-based thera-
pies (Fig. 1). These approaches can be applied toward diverse
tolerance-related pathologies and disease applications, as sum-
marized in Table 1.

2.1. Biomaterial-based delivery of tolerogenic biologics or drugs

Biomaterials can be used to deliver and localize tolerogenic
biologics or drugs, either to a site of interest or via systemic
delivery, to influence a generalized tolerogenic immune
response.®® Agents delivered in this manner include proteins
(e.g. cytokines and chemokines), RNA, and drugs. In this
section, we discuss methods to deliver biologics and drugs via
biomaterial systems for a wide range of tolerance-related
pathologies.

2.1.1. Biomaterial-based delivery of tolerogenic biologics.
One approach to inducing tolerance is to harness proteins
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Fig. 1 Overview of biomaterial-based approaches to induce immune
tolerance discussed in this review. The dimensions of biomaterials used
to induce tolerance span nanometre to millimetre length scales.
Approaches primarily entail the delivery of tolerogenic biologics and/or
drugs, which may include antigens to provide context cues to the
immune system or cells to deliver sustained signals.
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used by the immune system to shift toward and maintain a
more regulatory immune state. Biomaterials offer the opportu-
nity to deliver proteins in a controlled, sustained, and localized
manner.”® Researchers have explored the delivery of well-
understood tolerogenic proteins, such as the cytokines trans-
forming growth factor-p1 (TGF-B1) and interleukins 10 (IL-10)
and 33 (IL-33), signalling and recruitment proteins, such as
granulocyte-macrophage colony-stimulating factor (GM-CSF)
and CC chemokine ligand 22 (CCL22), and pro-inflammatory
cytokines, such as IL-2, which at low doses, can induce tolero-
genic cells.

TGF-p1 is a cytokine that plays a pivotal role in maintaining
tolerance by inhibiting T cell activation and proliferation and
it has demonstrated a role in inducing FOXP3+ Tregs.*®> As
such, researchers have used localized delivery of this protein to
induce tolerance in allogeneic cell transplantation. The Shea
group developed TGF-f1-releasing PLGA scaffolds for localized
delivery within an islet transplant site for the treatment of type
1 diabetes (T1D).*® They observed a decrease in the expression
of inflammatory cytokines from the scaffolds releasing TGF-p1
compared to the control scaffolds, and the transplantation of
islets into diabetic mice with TGF-pf1-loaded scaffolds resulted
in improved blood glucose levels and delayed rejection of allo-
geneic islets. The Cohen group also explored TGF-p1-present-
ing scaffolds in the context of allograft rejection, using allofi-
broblast-seeded microporous alginate scaffolds.”” They
observed that cell-seeded scaffolds transplanted in the kidney
capsule possessed a higher frequency of immature dendritic
cells and Tregs, resulting in an immunoregulatory microenvi-
ronment. These studies demonstrate that biomaterial-delivered
TGF-p1 has the potential to skew the immune response toward
tolerance.

The Shea group also explored localized IL-10 delivery to
mediate leukocyte infiltration into porous PLGA scaffolds.*®
They used the interesting approach of loading the scaffold
with lentivirus to induce sustained IL-10 production in cells
infiltrating the scaffold. They found that local IL-10 expression
reduced leukocyte infiltration by 50% and reduced localized
inflammatory cytokine expression.

The Shea group has also locally delivered the cytokine IL-33
from PLGA scaffolds to induce tolerance in an islet transplant
model.*® IL-33 is an immunomodulatory protein that mediates
anti-inflammatory properties in adipose tissue and has poten-
tially beneficial effects in cell transplant models.*>*! The Shea
group observed that localized delivery of IL-33 from PLGA
scaffolds increased the number of enriched Tregs in adipose
tissue and extended islet allograft survival but also delayed cell
engraftment and function.

Fas ligand (FasL) is a transmembrane protein that induces
apoptosis upon binding to the Fas receptor and is a primary
mechanism to induce lymphocyte apoptosis.** Additionally,
FasL has been noted to contribute to tumor immune
evasion,” which spurred interest in harnessing this pathway
to induce tolerance toward transplanted cells and tissue. The
Shirwan and Yolcu group developed a chimeric streptavidin-
FasL (SA-FasL) protein that enables the presentation of FasL

This journal is © The Royal Society of Chemistry 2020
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Table 1 Summary of select biomaterial-based tolerogenic strategies delivering biologic, drug, and/or antigen by disease application
Disease and application Biomaterial Delivered signals Ref.
General suppression of immunity PLGA microparticles Biologic 48
PLGA nanoparticles Biologic 44
Drug 78
Modified PLGA nanoparticles Drug 87
Chronic inflammation PLGA microparticles Biologic 49, 50 and 52
Antigen + biologic 134
PLGA nanoparticles Antigen 121 and 123
Multiple sclerosis PLGA nanoparticles Drug 93
Antigen 110-114
Antigen + biologic 129
PLGA microparticles Antigen 109
Antigen + biologic 133
Modified PLGA particles Antigen 115
Antigen + drug 148, 149 and 155
Quantum dots Antigen 116 and 117
PEGylated liposome Drug 73
Gold nanoparticles Antigen + biologic 136
Polyplexes Antigen + biologic 139
Hyaluronic acid Antigen + biologic 141-147
Acetalated dextran microparticles Antigen + drug 151 and 152
Type 1 diabetes PEG microgels Biologic 40 and 41
PLGA microparticles Antigen + biologic 130, 131 and 135
Liposomes Antigen 119
Acetalated dextran microparticles Antigen + drug 153
Chitosan nanoparticles Antigen + biologic 137
Transplant PLGA nanoparticles Drug 81
Antigen 126-128
PLGA scaffold Biologic 32 and 35
PLGA microparticles Biologic 51
PLGA micelles Drug 77 and 85
PEG-PLGA nanoparticles Drug 87
PLA nanoparticles Drug 88
PEG microgels Drug 40 and 41
Modified PEG Biologic 64, 67 and 202
Alginate microgels Biologic 65
PLA/PEG microparticles Drug + biologic 101
Lupus PLGA nanoparticles Biologic 45
Drug 78 and 80
Allergy PLGA nanoparticles Antigen 122
Antigen + biologic 138
Haemophilia A PLGA nanoparticles Antigen + drug 150

on biotinylated cells (discussed in depth in section 2.3.1) or
biomaterials. In collaboration with the Garcia group, they teth-
ered FasL to the surface of poly(ethylene glycol) (PEG)-based
hydrogel microspheres, termed microgels, delivered to the site
of transplantation in an allogeneic islet transplant model.**
They observed that PEG microgel-tethered FasL was retained
longer at the graft site than soluble FasL and improved allo-
geneic islet graft survival in diabetic mice, particularly in com-
bination with a short-course, low-dose cover of rapamycin
immunosuppression. This group recently employed this strat-
egy with programmed death ligand 1 (PD-L1),*> which has
been implicated in tumor immune evasion and shown to
reduce T cell proliferation and activation upon ligating its
T cell receptor, PD-1.*°

Other groups have used combinations of tolerogenic signal-
ling cytokines, such as the co-delivery of TGF-p and IL-2, which
are known to synergize to induce Tregs from naive CD4+
T cells.”” The Fahmy group engineered PLGA nanoparticles
loaded with TGF-f and IL-2 that targeted and expanded

This journal is © The Royal Society of Chemistry 2020

Tregs.”® They found that this combination of cytokines
enhanced Treg stability and reduced pathogenic responses
and clinical signs of renal disease in a mouse model of the
autoimmune disorder lupus.*®

Chemokines are a family of small chemotactic cytokines
that control the movement of immune cells during surveil-
lance,’® which makes them a powerful potential tool to manip-
ulate the immune system. CCL22, a macrophage-derived
chemokine, has garnered interest for use in tolerogenic thera-
pies due to its ubiquity in tumours and its ability to recruit
Tregs that contribute to tumour-specific immune evasion.>'
The Little group used localized delivery of CCL22 via degrad-
able PLGA microspheres for a wide range of applications
including generalized inflammation,> periodontal disease
and bone loss,>>”* allogeneic transplantation,”® and dry eye
disease.’® They demonstrated that sustained CCL22 delivery
via PLGA microparticles delivered subcutaneously delays rejec-
tion in a hind limb transplant vascular composite allograft
model.>® Similarly, they implemented this system to treat peri-
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odontal disease, a chronic inflammatory disorder with an
autoimmune component that is characterized by bone resorp-
tion of the structures supporting the teeth.’” They demon-
strated the recruitment of Tregs, which resulted in a complete
reversal of the bone loss phenotype.>*”* Another interesting
application implemented by this group is in dry eye disease,
where the infiltration of CD4+ lymphocytes into the tear film
leads to destructive inflammation.’® Local delivery of CCL22-
releasing microspheres recruited Tregs and mitigated dry eye
disease symptoms by improving tear clearance, corneal epi-
thelial integrity, and goblet cell density.”® Altogether, these
studies demonstrate that CCL22 gradients delivered in vivo via
degradable microparticles can modulate local immune
responses and induce immune tolerance in a wide range of tol-
erance-related pathologies.

Islet encapsulation using natural or synthetic barriers has
long been proposed as a method of reducing or eliminating
the need for chronic systemic immunosuppression in allo-
geneic islet transplantation;’°®> however, encapsulation
polymer designs that enable rapid diffusion of insulin
(~7 kDa) inevitably allow the escape of shed donor antigens,
which activate the immune response via the indirect antigen
recognition pathway.®*®* As such, synergistic tolerogenic
approaches are needed to fully eliminate the immune response
to encapsulated allogeneic islet grafts. In one such approach,
proteins, such as Jagged-1, may be tethered onto the surface of
these barriers to provide localized immunomodulation.
Jagged-1 is a Notch ligand that interacts with this signalling
pathway to alter cell fate decisions.®® Immunosuppression
functions are regulated by the overexpression of Jagged-1
through induction, expansion, and differentiation of Tregs and
tolerogenic dendritic cells, which is known to induce peri-
pheral tolerance.®®®” In this study, surface immobilization of
Jagged-1 on PEGylated islets increased Tregs and regulating
cytokine levels in vitro but was not tested long-term in vivo.°®

In another approach aiming to synergize with islet encapsu-
lation, the Poznansky group incorporated CXCL12 within algi-
nate capsules for continuous, local release.®® The chemokine
CXCL12 can repel effector T cells (Teff) and simultaneously
recruit immunosuppressive Tregs.”® They observed that loca-
lized delivery of CXCL12 synergized with encapsulation to
extend allogeneic and xenogeneic graft survival and increased
localized Tregs within the graft.

In a novel approach, the Wang group aimed to induce trans-
plant tolerance by disrupting dendritic cell costimulatory
molecule presentation using the CRISPR/Cas9 gene-editing
system.” They used PEG-block-PLGA cationic lipid-assisted
nanoparticles to deliver Cas9 mRNA and guide RNA to block
the costimulatory molecule CD40 in dendritic cells. They
observed that intravenous nanoparticle delivery blocked CD40
in dendritic cells in an acute mouse skin transplant model,
reducing graft damage and prolonging graft survival.

2.1.2. Biomaterials-based delivery of immunosuppressive
and immunomodulatory drugs. Due to the immune-mediated
nature of autoimmune disorders, systemic administration of
immunosuppressive drugs has played a role in the treatment
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of diseases like lupus’® and multiple sclerosis,”* as well as in
allogeneic tissue transplantation.”* Systemic immunosuppres-
sion carries a heightened risk of infections and malignan-
cies.”> Many of these drugs induce toxicity when delivered sys-
temically, whereas localized delivery of immunosuppressive
drugs through biomaterials has the potential to direct loca-
lized tolerance while minimizing toxic off-target effects. In this
section, we describe the biomaterials-based delivery of immu-
nosuppressive and immunomodulating drugs with broad
mechanisms of action that face challenges in systemic delivery
but prove efficacious in targeted, biomaterial-based delivery.

Glucocorticoids, such as methylprednisolone, are a widely-
used class of anti-inflammatory steroids known to upregulate
the secretion of tolerogenic proteins, such as IL-10.”° The
Reijerkerk group developed a PEGylated liposome conjugated
to the brain-targeting ligand glutathione to enhance the deliv-
ery of methylprednisolone to the central nervous system (CNS)
for the treatment of multiple sclerosis.”” Multiple sclerosis is a
systemic autoimmune disorder characterized by demyelination
of the CNS due to the activity of myelin-specific autoreactive T
cells.”® They observed that the amount of methylprednisolone
taken up by the brain and plasma was increased due to the
glutathione PEGylated liposomes, and they demonstrated that
treatment with their engineered liposomes was more effective
compared to PEG liposomes in experimental autoimmune
encephalitis (EAE), a common rodent model of multiple
sclerosis.

Another glucocorticoid, betamethasone phosphate, was
explored in a biomaterial-based treatment of multiple scler-
osis. The Reichardt group developed inorganic-organic hybrid
nanoparticles designed for intracellular delivery of glucocorti-
coid in phagocytic cells.”® They observed that the betametha-
sone phosphate-loaded nanoparticles primarily modulated
macrophages when delivered in vivo and reduced clinical
scores in a mouse model of EAE. The Reichardt group also
examined the use of their nanoparticle system to treat acute
graft-versus-host disease and observed modest improvement in
clinical scores over systemic treatment.®

The Pepper group explored the localized delivery of potent
glucocorticoid dexamethasone via a micelle delivery vehicle in
an allogeneic islet transplant model.*" While micelles alone
had a marginal effect on graft survival, this treatment paired
with systemic treatment of CTLA-4-Ig, a soluble CD28 antagon-
ist, synergized for 80% graft survival out to 60 days.

Another approach to deliver immunosuppressive drugs via
biomaterials is to target critical immune cell subsets, such as
professional APCs like dendritic cells. The Fahmy group com-
pared dendritic cell uptake of mycophenolic acid using two
nanoparticle delivery systems: a biodegradable PLGA system
and a vesicular nanogel platform with a lipid exterior.®?
Mycophenolic acid is an immunosuppressive drug used in the
treatment of autoimmune disorders and organ transplantation
to prevent rejection.® The nanogel platform was taken up by
the dendritic cells more effectively than the PLGA system, and
nanogels loaded with mycophenolic acid yielded a greater
reduction in inflammatory cytokine production and stimu-
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latory surface marker upregulation than PLGA nanoparticles
loaded with mycophenolic acid. Additionally, the nanogel
system extended the survival of lupus-prone mice and demon-
strated the influence of biomaterial composition on drug
uptake by dendritic cells. The Fahmy group further investi-
gated their mycophenolic acid-loaded nanogel delivery system
to treat lupus-prone NZB/W F1 mice, and they observed an
increase in mouse median survival time by 3 months.®*
Dendritic cells that took up the nanogels reduced production
of inflammatory cytokines like IFN-y and IL-12, helping to
induce immune tolerance. The Fahmy group also partnered
with the Goldstein group to investigate PLGA nanoparticle
delivery of mycophenolic acid in an allogeneic mouse skin
transplantation model.*> They observed that treatment with
drug-loaded nanoparticles resulted in an extension of allograft
survival and dendritic cells upregulated PD-L1, resulting in
decreased alloreactive T cells.

Rapamycin, commercially known as sirolimus, is a potent
immunosuppressant that inhibits T and B lymphocyte acti-
vation via mTOR inhibition.*® While potent, systemic delivery
of rapamycin results in broad immunosuppression and unde-
sirable side effects; therefore, several groups have explored the
use of biomaterials to target its delivery in vivo. The Little
group explored a PLGA-based rapamycin delivery system for
intracellular delivery in dendritic cells.®” They observed that
rapamycin-loaded nanoparticles reduced the ability of the den-
dritic cells to activate T cells compared to soluble rapamycin.
The Samuel group also evaluated the delivery of rapamycin via
PLGA nanoparticles on the maturation of dendritic cells.®®
They observed that PLGA-encapsulated rapamycin decreased
the expression of CD40 and CDS86 while increasing the
secretion of TGF-f1. In another formulation, the Schnider
group engineered an in situ-forming PLGA implant loaded
with rapamycin to prevent vascularized composite allotrans-
plantation rejection.?® They observed that treatment with rapa-
mycin-loaded implants prolonged transplant survival and
increased the frequency of circulating Tregs.

Cyclosporine A (CsA) is a highly lipophilic peptide used to
treat autoimmune diseases and prevent organ transplant rejec-
tion by inhibiting T cell activation and proliferation.”® The
Cheng group encapsulated CsA in both PEG-PLGA®" and poly
(lactic acid) (PLA)®* nanoparticles for targeted suppression in
allogeneic transplantation. They observed that free and encap-
sulated CsA in both PEG-PLGA and PLA nanoparticles reduced
T-cell proliferation and inflammatory cytokine production in a
dose-dependent manner.

Immunometabolism is an emergent area of immunother-
apy, centered around the concept of tuning immune cell func-
tion by manipulating cell metabolism.”>** Much work has
pursued this concept in immunogenic applications, but few
have exploited this concept in biomaterial-based tolerogenic
applications. Histone deacetylase inhibitors (HDACI) are allo-
steric modulators of metabotropic glutamate receptor 4
(mGluR4), known to regulate transcription of immunomodula-
tory genes and modulate Treg functions.”” To eliminate side
effects associated with long-term systemic use of these drugs,
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the Little group developed PLGA-based microspheres to deliver
HDACI suberoylanilide hydroxamic acid (SAHA) to the lacrimal
gland for the treatment of dry eye disease.’® They observed
that localized SAHA delivery prevented clinical signs of dry eye
disease in mice and reduced the amount of pro-inflammatory
cytokines within the lacrimal gland. Additionally, the Jewell
group has utilized N-phenyl-7-(hydroxyimino) cyclopropalb]
chromen-1a-carboxamide (PHCCC), a positive allosteric modu-
lator of mGluR4, to manipulate dendritic cell metabolism
and skew cytokine secretion toward a regulatory phenotype.”’
PHCCC-encapsulated PLGA nanoparticles drastically reduced
the toxicity of this drug to dendritic cells in vitro, reduced
antigen presentation and activation, and modestly delayed
symptom onset in an EAE mouse model, relative to its soluble
form, when delivered every 3 days. In a follow-up study, they
also evaluated PHCCC delivery using a PEG-modified liposome
delivery system.’® They found comparable effects on immune
cells in vitro but did not evaluate in vivo efficacy.

Another unique approach to immunomodulation in auto-
immune disorders is the targeting of DNA methylation.
Generalized hypomethylation of cellular DNA has been linked
to autoimmune disorders, though both hypo- and hyper-
methylated T cells have been identified in lupus patients.”
While systemic treatment with epigenetic modulators could
lead to unpredictable outcomes and side effects, there is
potential in using biomaterial-based delivery to target specific
T cell subsets. The Tsokos and Fahmy groups used 5-azacyti-
dine, a DNA methyltransferase inhibitor delivered via a nanoli-
pogel delivery system tagged with non-depleting CD4- or CD8-
specific antibodies in a mouse model of lupus.'” They
observed that the delivery of 5-azacytidine to CD4+ T cells
promotes FOXP3+ Tregs while CD8+ T cells demonstrated
increased cytotoxicity, resulting in an overall reduction in
lupus pathology. This team also used their targeted system to
deliver calcium/calmodium-dependent protein kinase IV
inhibitor KN93, which acts to prevent Th17 cell differen-
tiation.'”" They observed that prophylactic targeted delivery of
KN93 to CD4+ T cells was more efficient at reducing EAE clini-
cal symptoms than untargeted delivery and reduced lupus
pathogenesis at one-tenth of the dose of KN93 systemic
delivery.

Lymph node targeting has been employed extensively in
immunogenic therapeutic approaches by modulating particle
size to target lymphatic drainage.'®> The Hubbell group devel-
oped PEG-block-poly(propylene sulfide) (PEG-bI-PPS) block
copolymer micelles on the order of 50 nm to target lymphatic
drainage'® and demonstrated that co-delivery of tacrolimus
and rapamycin for 14 consecutive days prolonged allogeneic
tail-skin grafts by two-fold.

2.1.3. Combinatorial biomaterial-based delivery of tolero-
genic biologics and immunosuppressive drugs. Several groups
have sought to combine biomaterials-based delivery of biologic
and immunosuppressive agents in the pursuit of tolerance. In
one approach, biomaterial strategies can be developed to
actively target tissue microenvironments and deliver drugs to
that area to influence immune tolerance. Lymph nodes are of
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interest in many tolerogenic therapies due to their crucial role
in the body’s immune response. One specific antibody,
MECA79, recognizes molecules expressed by venules of lymph
nodes,'®* and microparticles coated with MECA79 specifically
target lymph nodes. The Abdi group engineered MECA79-
bearing PLA/PEG microparticles containing tacrolimus, an
immunosuppressive drug that treats organ rejection.'® They
observed that lymph node-targeted delivery of microparticles
encapsulating tacrolimus prolonged heart allograft survival by
reducing the local number of Teff cells within the local lymph
node.

Anti-drug antibodies have been identified as a contributor
to treatment failure in biologic therapy, whereby antibodies
generated against biologics inactivate their therapeutic
effects.'®® To circumvent this reaction, the Maldonado group
developed rapamycin-loaded PLGA nanoparticles to induce tol-
erogenic dendritic cells and prevent hypersensitivity reactions
to immunotherapy treatments.'”” They observed that the
administration of the tolerogenic nanoparticles along with
PEGylated hepatic enzyme uricase inhibited the formation of
anti-drug antibodies in uricase-deficient mice and non-human
primates. They also demonstrated that the tolerogenic nano-
particles loaded with the immunosuppressive drug Adalimumab
prevented the formation of anti-drug antibodies against TNFa
and prevented arthritis in TNFa transgenic mice.

Other approaches combining biologic and immunosuppres-
sive drugs aim to promote immune tolerance by stably indu-
cing Tregs from naive T cell populations. The Little group
engineered PLGA microparticles for the controlled release of
TGF-p1, IL-2, and rapamycin and found they were capable of
inducing Tregs in vitro.'® The Little group also investigated
the effects of retinoic acid and rapamycin on the number and
stability of induced human Tregs.'®® They observed that Tregs
in the presence of rapamycin demonstrated a potent immuno-
suppressive effect. The Little group also used this delivery
system and biologic/drug combination to mitigate chronic
inflammation in dry eye disease, where they found enriched
Tregs improved corneal integrity and reduced local inflamma-
tory cytokine concentrations.'*°

2.1.4. Strengths and limitations of non-specific biomater-
ials-based delivery of tolerogenic biologics and/or drugs.
Biomaterial-based delivery of tolerogenic biologic agents and/
or drugs offers a facile, but non-specific, method of skewing
immune responses toward a more tolerogenic or regulatory
immune state. The non-specific nature of this approach is a
limitation, in that it confers broad action where the agent or
drug is delivered; this may be most problematic in systemic
delivery routes, or routes that broadly target immune cell
subsets.?>848%87789.91.92 The yge of this approach for targeting
generalized circulating cells, such as dendritic cells, risks the
skewing of all cells non-specifically, resulting in off-target
effects and comparable risks to that conferred by general sys-
temic immunosuppression strategies. However, the use of a
biomaterial may enable the delivery to or targeting of these
nonspecific agents to a site of interest. Therefore, this
approach may be most beneficial where targeting tolerogenic
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agents to specific tissues would be most effective, such as in
transplantation®® 423568 or autoimmune disorders target-
ing specific tissues,'®*9°%77:9%110 or targeting immune cell
niches such as lymph nodes.

While none of these tolerogenic approaches are in the
clinic to our knowledge, biomaterial carriers of drugs or bio-
logics have high translatability, and biomaterial carriers such
as PLGA microparticles have been approved for various appli-
cations for decades.'"! Thus, a clear advantage of non-specific
biomaterial-based tolerogenic agent delivery is its relatively
high potential for translation in the clinic.

102-104

2.2. Antigen-specific biomaterial-based tolerogenic therapy

Biomaterials can also be applied to induce tolerance toward
specific antigens in a method akin to vaccination''>'"?
(Fig. 2). In standard immunogenic vaccines, an antigen speci-
fies the pathogenic target and an adjuvant alerts the immune
system to attack. This activates antigen-presenting APCs to
generate downstream adaptive immune responses, including B
lymphocyte and cytotoxic (CD8+) T lymphocyte activation. By
contrast, tolerogenic vaccine therapy involves the delivery of
disease- or graft-specific antigens for the treatment of auto-
immune disorders and transplantation, respectively. To
achieve tolerance rather than immunity against an antigen,
two general approaches of antigen presentation by APCs to
recipient T cells are used: (1) the delivery or presentation of
antigen in the absence of any instructive signalling, with the
goal of inducing activation-induced T cell death (AICD) or
anergy; and (2) the presentation of antigen with costimulatory
signals that instruct T cells toward a tolerogenic or Treg pheno-
type'"™® (Fig. 3). Here we discuss approaches to use biomater-
ials to deliver antigens in both contexts.

2.2.1. Tolerogenic biomaterial-based approaches delivering
antigen alone. One common approach to induce immune tol-
erance is through antigen delivery alone. The two-signal
hypothesis for activation of naive CD4+ T cells requires APC
stimulation of both the T cell receptor (via antigen) and a co-
stimulatory molecule (e.g. CD28, CD40L) to induce T cell pro-
liferation and survival. Thus, one proposed mechanism of
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Fig. 2 Summary of antigen-specific biomaterial-based approaches to
induce tolerance. Typical approaches use nano- or micro-scale particles
to deliver either a biologic, drug, antigen payload, or some combination
of the three, to influence the interactions of APCs with T cells.
Subsequent potential T cell responses include conversion to Tregs,
induction of anergy or unresponsiveness, or activation-induced cell
death (AICD).
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Fig. 3 Schematic illustrating antigen-specific APC-T cell interactions to induce T cell tolerance or anergy. APC present antigen to T cell receptors
(TCR) via membrane-bound MHC II. Rather than activating co-stimulatory interactions between T cells and APCs, as when pathogens are recog-
nized, tolerance mechanisms involve (A) inhibitory membrane proteins (e.g. LAG3, TIGIT), (B) a lack of secondary signalling (e.g. CD80/CD86), or (C)
the presentation of antigen in the presence of tolerogenic cytokines (e.g. IL-2, retinoic acid (RA)).

peripheral tolerance maintenance is the presentation of low
levels of antigen on APCs in the absence of co-stimulation,
which would lead to T cell AICD or anergy.'"

Multiple sclerosis is one of the most common disease
targets in antigen-specific immune therapy and can be readily
induced in mice using the EAE model. Myelin oligodendrocyte
glycoprotein (MOG), myelin binding protein (MBP) and proteo-
lipid protein (PLP) are commonly used antigen peptides to
confer antigen-specific immune tolerance in the studies dis-
cussed here.

In one clinically convenient approach, PLGA particles can
be used to deliver multiple sclerosis specific MOG or PLP pep-
tides intravenously, and the Miller and Shea group have
explored this strategy extensively. In an early study, they found
that PLP-coupled PLGA microparticles induced long-term tol-
erance in an EAE model."'* This was mediated by macro-
phages expressing the scavenger receptor MARCO, Treg expan-
sion, and T cell abortive activation and anergy. Similarly, they
delivered PLP-bearing PLGA nanoparticles intravenously and
found reduced CNS infiltration of Th1/Th17 cells and inflam-
matory monocytes and macrophages.''®> They later found that
intravenous administration of PLP-encapsulated PLGA nano-
particles induced organ-specific tolerance, as nanoparticles
delivered intravenously trafficked to the liver, associated with
macrophages, and recruited Ag-specific T cells."*® The toler-
ance mechanism was independent of the spleen, PD-L1
expression was increased on APCs, and blocking this pathway
with PD-1 lessened induced tolerance. They further investi-
gated their PLGA nanoparticle tolerance mechanism when
coupled with PLP.""” Ag-Specific T cells cultured in vitro with
APCs loaded with PLP-coupled nanoparticles caused reduced
T cell proliferation, higher T cell apoptosis, and stronger anti-
inflammatory responses. To overcome issues with uncontrolla-
ble antigen loading and release, they also investigated the
efficacy of direct conjugation of PLP peptides to modified
PLGA."'® These nanoparticles had negligible burst release and
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minimally exposed surface antigen. They found that FOXP3+
Treg induction was dependent on particle size in vitro;
however, CD25 expression was not. These PLP-conjugated
nanoparticles were effective at inhibiting EAE induced by
single or multiple myelin peptides. More recently, this group
investigated the effect of particle composition on the efficiency
of tolerance induction due to immune cell polarization by
comparing encapsulated PLP in low and high molecular
weight (MW) PLGA nanoparticles to PLA nanoparticles."'® At
low particle doses, PLP-encapsulated PLA particles showed sig-
nificantly lower clinical scores in an EAE model compared to
PLGA-based nanoparticles, with high MW particles showing
better clinical scores than low MW particles. PLA particles
were associated with Kupffer and liver sinusoidal endothelial
cells, which had reduced costimulatory molecule expression
correlated with a reduction of CD4+ T cells in the CNS.
Interestingly, PLA particles with higher doses of PLP comple-
tely ameliorated EAE over 200 days, marked by the inhibition
of Th1/Th17 polarization.

In a subcutaneous vaccine-like approach, the Siahaan
group developed a PLGA-chitosan-alginate complex to form a
colloidal gel, which was used to deliver a modified PLP
peptide."* This modified peptide was engineered to bind to
cell surface receptors intercellular adhesion molecule-1
(ICAM-1) and major histocompatibility complex II (MHC II),
and the controlled release resulted in EAE suppression and
delayed onset, with mechanistic analysis indicating an
immune shift away from the Th17 phenotype.

Intravenous approaches to treat or prevent multiple scler-
osis have also used non-PLGA nanoparticle formulations with
success. The Herkel group used superparamagnetic iron oxide
or CdSe/CdS/ZnS-core-shell quantum dot nanoparticles coated
in a poly(maleic anhydride-alt-1-octadecane) polymer to intra-
venously deliver MBP autoantigen.'*' They found that their
coated particles accumulated selectively in liver sinusoidal epi-
thelial cells, a cell population believed to play a role in hepatic
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tolerance and to induce the generation of CD4+ FOXP3+ Tregs.
This method reversed established EAE and increased splenic
Treg populations. The Jewell group has also used MOG-pre-
senting quantum dots and found a ten-fold reduction in the
incidence of EAE while investigating the mechanistic influence
of MOG surface density on tolerance induction.'*?

T1D is characterized by the autoimmune destruction of
insulin-producing f-cells in the islets of Langerhans, and the
non-obese diabetic (NOD) mouse is the most widely used
murine model for exploring tolerogenic therapies. Several
known autoantigens are associated with the pathology of T1D
in both human and mouse versions of the disease, including
insulin B peptide, glutamic acid decarboxylase (GAD65), and
chromogranin A protein, which is recognized by a population
of BDC2.5 CD4+ T cells."®® In one antigen-specific strategy, the
Vives-Pi group delivered insulin peptides through phosphati-
dylserine-liposomes which generated tolerogenic dendritic
cells and reduced the autoreactive T cell population to arrest
T1D autoimmunity.">* Other groups have used polymer chem-
istry to alter autoantigens themselves prior to delivery. The
Hubbell group has used autoantigen glycosylation to target
hepatic APCs, resulting in the prevention of T1D in a NOD
model via T cell deletion and anergy, as well as expanded func-
tional Treg populations.'*®

In another method targeting T1D autoimmunity, the
Sanatamaria group used iron oxide nanoparticles coated with
peptide-bound MHC complexes.'****® Monospecific MHC-
peptide complexes expanded cognate autoregulatory T cells,
prevented disease in pre-diabetic mice and restored normogly-
cemia in a NOD mouse model. Additionally, using two human
autoantigenic epitopes restored normoglycemia in a huma-
nized diabetic mouse model.'*® They also showed that this
system was capable of expanding antigen-specific regulatory
cells in vivo, which were capable of supressing autoantigen-pre-
senting cells and differentiating B cells into regulatory B
cells."””” This approach was also effective against primary
biliary cholangitis and autoimmune hepatitis in an organ-
specific manner and did not supress systemic or local
immunity.'*®

Biomaterial-based delivery of disease-specific antigens has
also been applied to other disorders, including celiac
disease,"® airway inflammation,"*° and rheumatoid arthri-
tis.">" The Getts group intravenously delivered PLGA nano-
particles encapsulating the gliadin protein TIMP-GLIA, derived
from wheat, to induce tolerance in mouse models of celiac
disease."* They found decreased immune responsiveness to
gliadin, reduced markers of inflammation, and increased gene
expression signatures associated with tolerance induction. The
Shea and Miller groups have similarly used intravenously-
delivered antigen-conjugated polystyrene and PLGA nano-
particles to induce tolerance in an allergic airway inflam-
mation model."*® While antigen-conjugated polystyrene nano-
particles induced tolerance prophylactically, this method led
to anaphylaxis in pre-sensitized mice. By contrast, PLGA-
encapsulated antigen delivery was well-tolerated and induced
tolerance both prophylactically and therapeutically. In an
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interesting strategy, the Kim group sought to treat collagen-
induced arthritis via oral delivery of PLGA nanoparticle-encap-
sulated collagen IL."*' They found that a single oral dose of
particles reduced the severity of the disease, suppressed arthri-
tis after disease onset, and was mediated through particle
uptake in Peyer’s patches.

Antigen-specific immune tolerance induction in allogeneic
transplantation aims to use allograft donor antigens, primarily
MHC antigens, found on the surface of all nucleated cells."*?
In some cases, even when donors are matched to recipient
MHC, minor histocompatibility mismatches can cause graft
rejection, such as in the case of male-to-female donation by
HY peptides encoded on the Y chromosome.'®® The Shea
group explored the induction of tolerance against the HY pep-
tides Dby and Uty delivered intravenously via PLGA nano-
particles in a sex-mismatched bone marrow transplantation
model."** They found a tolerizing effect with Dby peptide deli-
vered one-day post-transplant, whereas the Uty peptide failed
to induce tolerance altogether. In another study, the Shea
group sought to induce tolerance against donor MHC in an
islet transplant model by coupling antigens to intravenously-
delivered PLGA nanoparticles.'*® Interestingly, they found tol-
erance induction in only ~20% recipients, and it was mediated
through the indirect antigen presentation pathway. The effects
of this strategy were boosted to ~60% of recipients when sup-
plemented with a short-course low-dose rapamycin regimen.
Similarly, the Shea and Luo groups used their PLGA platform
in a fully mismatched murine skin transplant model with a
moderate tolerizing effect and they found that both surface
conjugation and encapsulation of antigen provided compar-
able effects."*°

2.2.2. Tolerogenic biomaterial-based approaches delivering
combinations of antigen and biologic secondary signals.
While many approaches seek to induce tolerance via antigen
delivery alone, in some cases the addition of a secondary tol-
erogenic signal may improve immunotherapeutic efficiency. In
one such case, the Shea group coupled TGF-p1 to the surface
of PLP-loaded PLGA nanoparticles delivered intravenously and
subcutaneously in an EAE model."*” They found that TGF-$1
coupled particles reduced the required particle dosage in intra-
venous administration and reduced the severity of disease in
subcutaneous administration compared to PLP-only controls.

The Keselowsky group developed a combinatorial PLGA
microparticle delivery system for the simultaneous delivery of
disease-specific antigens and immunomodulatory agents.'*%"3°
The approach consists of two particle sizes: (1) phagocytosable
particles encapsulating vitamin D3 or insulin B peptide, and
(2) nonphagocytosable particles encapsulating TGF-f1 or
GM-CSF, delivered subcutaneously in prediabetic NOD mice.
Phagocytosable particles targeted dendritic cells, whereas
larger particles locally delivered immunosuppressive agents
and resulted in a significant reduction in diabetes progression
in treated mice. In a similar approach, the Keselowsky group
delivered insulin via PLGA microparticles within a GM-CSF-
and CpG-containing hydrogel, which resulted in comparable
prevention of diabetes onset in NOD mice.'*° In partnership
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with the Avram group, the Keselowsky group adapted this
system to deliver MOG in an EAE model."** This dual-particle
approach subcutaneously delivered TGF-f1, vitamin D3, and
GM-CSF and resulted in complete protection from disease.
Finally, the Lewis group has adapted this system in a model of
collagen-induced arthritis."*? Using this same subcutaneous
PLGA microparticle delivery system with TGF-p1, vitamin D3,
GM-CSF, and disease-specific antigen collagen-II, they demon-
strated reduced joint inflammation and expanded Treg popu-
lations in joint-proximal lymph nodes after therapeutic
administration.

The Mooney group has also used a combination hydrogel-
microparticle approach to target autoimmune BDC2.5 CD4+
T cell populations in a NOD T1D model.*** They explored this
by either encapsulating BDC peptide (sometimes referred to as
P31) in PLGA microparticles embedded in porous alginate
GM-CSF-releasing hydrogels, or by tethering BDC peptide to
the hydrogel itself. They found that PLGA particle delivery of
antigen altered the phenotype of antigen-specific T cells
whereas BDC conjugated to alginate polymer generated Tregs
in NOD mice, albeit without a significant impact on diabetes
progression.

One method to target dendritic cells is via activation of the
ligand-activated transcription factor aryl hydrocarbon receptor
by 2-(1'H-indole-3'-carbonyl)-thiazole-4-carboxylic acid methyl
ester (ITE). The Quintana group explored this approach using
PEG-stabilized gold nanoparticles to co-deliver MOG and ITE
in an EAE model."** They found significant suppression of
clinical signs of multiple sclerosis in combinatorial-treated
mice but not in mice treated with nanoparticles containing
only MOG or ITE.

Another potential method of inducing tolerance in autoim-
munity and allergies is via the oral route by targeting DCs in
the Peyer’s patches of the intestines. The Zong group devel-
oped chitosan nanoparticles modified with adhesive ligands,
RGD and mannose, loaded with diabetes autoantigen heat
shock protein 6.'*° The nanoparticles enabled autoantigen
stabilization through the digestive tract, targeted to intestinal
Peyer’s patches, and prevented diabetes in a NOD model out to
23 weeks. In another oral tolerance approach, the Sampson
group delivered peanut extract within CpG-coated PLGA nano-
particles in a mouse model of peanut allergy.'*® They found
decreased levels of allergy-associated cytokines and significant,
long-lasting protection from peanut-associated anaphylaxis.
This approach is interesting, as it utilizes the well-known
potent adjuvant CpG, and seeks to induce Th1 responses to
tolerizing the immune system to allergens.

The bacterial DNA sequence CpG is a common adjuvant in
immunogenic vaccine design, and the Jewell group developed
a unique biomaterial approach with the anti-inflammatory
analog, GpG, to generate nanoparticle polyplexes with MOG
peptide.'*” They found that 3 consecutive doses significantly
reduced disease incidence in an EAE model.

The Berkland group has taken an alternative biomaterial
approach using hyaluronic acid polymers grafted simul-
taneously with immune cell-targeting proteins and antigen,
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which they have termed soluble antigen arrays. In preliminary
in vitro studies, they demonstrated that co-grafted ICAM-1, a
leukocyte targeting protein, and OVA antigen, reduced T cell
activation by DCs in co-culture,'*® and modifying this system
with PLP in place of OVA successfully suppressed clinical signs
of EAE."*"*° In follow-up studies, they grafted hyaluronic acid
polymers with PLP and an array of B7-binding peptides to
evaluate its efficacy in an EAE model, finding comparable
efficacy between B7 receptor and ICAM-1 peptides, with altered
cytokine secretion profiles and reduced clinical scores inde-
pendent of the leukocyte binding protein incorporated into
their system.”" In another approach, the Berkland group deli-
vered their soluble antigen arrays conjugated with ICAM-1 and
PLP to the lungs for the treatment of EAE.">” Interestingly, PLP
delivered alone vig this route had substantial efficacy, compar-
able to soluble antigen arrays, as did bi-functional molecules
containing only ICAM-1 tethered to PLP. This antigen-specific
formulation has shown comparable efficacy across adminis-
tration routes, demonstrating its robustness.">® More recent
work from this group has investigated the mechanism of inter-
action of these soluble antigen arrays with B cells in influen-
cing tolerance in EAE models.">*"'*®

2.2.3. Tolerogenic biomaterial-based approaches delivering
combinations of antigen and immunosuppressive drugs.
Antigen-specific tolerance approaches may be enhanced by co-
delivery of immunosuppressive drugs to skew APC responses
toward tolerogenic presentation. Kishimoto and colleagues
encapsulated rapamycin and relevant antigen in PLGA/PLA-
PEG nanoparticles for the treatment of mouse models of EAE,
allergic airway inflammation, and autoimmunity against factor
VIII in haemophilia A."*® They found that intravenous delivery
of encapsulated rapamycin and antigen, but not free rapamy-
cin, inhibited CD4+ and CD8+ T cell activation, increased
Tregs, and ameliorated disease both prophylactically and
therapeutically. In follow-up studies, they again demonstrated
the therapeutic potential and robustness of this system and
that this tolerance was transferrable to naive recipients.’>” In a
similar strategy and application, the Scott group used the
Kishimoto nanoparticle formulation to deliver FVIII peptide
with rapamycin in a mouse model of hemophilia A, demon-
strating a reduced antibody response against FVIIL.'*®

The Ainslie group explored the delivery of co-encapsulated
drug and antigen within acetalated dextran microparticles.'>* %!
In one iteration, they co-encapsulated multiple sclerosis-
specific MOG peptide with the immunosuppressive glucocor-
ticoid dexamethasone, which has been shown to diminish T
cell proliferation and differentiation by attenuating the CD28
co-stimulatory pathway,'®* for subcutaneous delivery in an
EAE model.">® They found a significant reduction in clinical
scores relative to controls after 3 injections. A subsequent
study co-encapsulating rapamycin and PLP antigen in aceta-
lated dextran microparticles also showed reduced clinical
scores in an EAE model and increased FOXP3 expression,
suggesting the expansion of antigen-specific Tregs.'®® More
recently, the Ainslie group adapted their rapamycin-co-encap-
sulating microparticle system for the delivery of diabetogenic
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peptide P31 (also referred to as BDC peptide) in a mouse
model of adoptively transferred BDC2.5 CD4+ T cell-induced
diabetes.'®" Five particle injections post-adoptive transfer,
before diabetes symptoms onset, resulted in the prevention
of diabetes in the rapamycin/antigen microparticle group
only.

The Jewell group also used rapamycin co-delivery with MOG
peptide in PLGA microparticles to induce tolerance in an EAE
model, using a unique intra-lymph node approach.'®® They
found that delivery of a single dose at disease peak reduced
systemic inflammatory T cells and cytokines and expanded
Tregs, resulting in a significant reduction in clinical signs of
disease relative to MOG-only and rapamycin-only controls.

2.2.4. Strengths, limitations, and translational consider-
ations of antigen-specific biomaterials-based tolerogenic
approaches. The use of biomaterials to deliver antigen in a tol-
erogenic strategy, either alone or in combination with tolero-
genic agents, has the distinct advantage of rendering speci-
ficity to the tolerogenic approach. This may limit off-target
effects and the associated risks of systemic immunosuppres-
sion. Conversely, however, the use of specific antigens to target
tolerogenic immune responses generates the potential risk of
targeting immunity against this antigen and heightening sen-
sitivity to the antigen. Indeed, at least two clinical trials using
antigen-specific approaches to induce tolerance in established
multiple sclerosis demonstrated sufficient hypersensitivity and
disease exacerbation to halt the trial.>>'**

Beyond the established risks associated with antigen-
specific approaches, antigen-specific immunotherapies face
challenges advancing to clinical trials from preclinical models
for multiple reasons. First, many preclinical studies demon-
strate efficacy in only preventative or prophylactic adminis-
tration. The onset of autoimmune disorders, such as multiple
sclerosis and T1D, are unpredictable and the risk of disease
development is challenging to assess, rendering a preventative
approach useless, particularly if there is any risk of the
approach inducing disease. A few approaches discussed in
the section above have demonstrated success in reversing
established autoimmune disease, which may make these
approaches more feasible to translate. Second, antigen-
specific immunotherapies developed in preclinical models
are challenging to translate to clinical trials due to varia-
bility between autoantigens in preclinical and clinical
models of the disease. This is the case for both T1D and
multiple sclerosis, where clinical presentation is more
complex and less understood than preclinical models,
making clinical outcomes difficult to predict.'*® Finally, the
use of biomaterial delivery systems add complexity to the
therapy, introducing safety considerations and potentially
requiring independent confirmation of safety of the delivery
vehicle via additional study arms. This can increase clinical
trial cost, complexity, and patient number, particularly for
new and untested biomaterial vehicles. Despite this, at least
one clinical trial is in phase I for the antigen-specific treat-
ment of type 1 diabetes, using gold nanoparticle-coupled
autoantigens (NCT02837094).
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2.3. Tolerogenic cell- and biomaterial-based therapies

An emergent area of biomaterials research is their use to alter
or deliver cells as a tolerogenic treatment (Fig. 4). One advan-
tage of cell delivery over biologics or drugs is their potential
for more temporally sustained effects, and this was first har-
nessed for use in immunogenic approaches.'®> Biomaterial-
based delivery of biologics or drugs is typically temporally
limited, where tolerogenic agent delivery is constrained by
cargo stability, depot size, and delivery rate.** By contrast, the
delivery of tolerogenic cells may produce more sustained
effects, and this can be achieved by targeting tolerant cell
subsets, either with ex vivo manipulation or in vivo material
targeting.

Adoptive cell therapy is a method of ex vivo cell manipu-
lation, in which cell subsets of interest are isolated from whole
blood, manipulated, expanded, and reintroduced to the
patient."®® Though this method has traditionally been used for
immune activation in oncology treatments,"®”**® tolerant cell
types, such as Tregs,'®® mesenchymal stem cells (MSC),"”"">
and dendritic cells (DC),"’® have been targeted to induce
immune tolerance. Typical methods include cell isolation,
genetic manipulation, and infusion; however, emergent
methods make use of biomaterials as a powerful tool to
augment or deliver cells to facilitate tolerance induction.

2.3.1. Engineering tolerogenic cells via biomaterial strat-
egies. Biomaterial-based approaches to edit cell or material
surfaces can be used to generate tolerogenic therapies. Antigen
coupling to cell surfaces via ethylene carbodiimide (ECDI)
chemistry has safely and efficiently induced tolerance'”” in
mouse models of allergy,"”® transplantation,'”®*** and auto-
immune diseases such as multiple sclerosis."®*'%® In two
murine allergy models, a whole peanut extract (WPE) food
allergy and an OVA-induced allergic airway inflammation
model, WPE- or OVA-coupled splenocytes were administered to

A B C

Fig. 4 lllustration of tolerogenic combinatorial cell- and biomaterial-
based immunotherapeutic strategies. Three primary strategic routes are
discussed, including (A) tethering of immunomodulatory molecules to
cell surfaces, (B) coating primary cells (e.g. pancreatic islets) with tolero-
genic cells, and (C) delivering tolerogenic cells via degradable materials.
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mice sensitized to these allergens, respectively.'”® Antigen-
coupled splenocytes were shown to prevent disease develop-
ment and promote antigen-specific T cell tolerance. Local and
systemic Th2 responses, eosinophilia, and Ag-specific IgE were
decreased, and Ag-specific tolerance was found to be depen-
dent on Tregs in the WPE allergy model but not the OVA-
induced model. These Tregs may be a potential target for
future therapies in these antigen-specific models."®”

In an islet transplantation model, ECDI-fixed allogeneic
splenocytes from BALB/c donor mice were injected into chemi-
cally induced diabetic C57BL/6 mice 7 days before and 1 day
after islet transplantation.'®>'®" Islets delivered in PLGA
scaffolds alone rejected within 20 days; however, mice that
received ECDI-fixed splenocytes showed graft acceptance for
the duration of the observation window, 100 days under the
kidney capsule’®® and 150 days in PLGA scaffolds in the epidy-
dimal fat pad.'®® These grafts showed an accumulation of
Tregs in the tolerant graft, which prevented CD4+ and CD8+
cells from infiltrating and destroying the islet architecture.'®"
A multitude of mechanisms was determined to induce this tol-
erance, including induction of Tregs in lymphoid organs and
at the graft site by the donor splenocytes."”’

Though multiple sclerosis target-antigens differ between
patients and may change over time, commonly targeted anti-
gens such as MBP, MOG, and PLP coupled to splenocytes
have been shown to prevent disease and reduce onset and
severity after disease induction"® %" by producing antigen-
specific tolerance in EAE in vivo models.'8> 181887190 1y gne
study, tolerance was induced to a cocktail of these myelin
peptides in an EAE model,"®° a strategy that may mediate
issues with autoantigen epitope spreading over time. A cock-
tail of these myelin peptides was coupled to the surface of
patient peripheral blood mononuclear cells using EDCI
chemistry, then reinfused in the patient within the same day
to evaluate procedure safety in a phase 1 clinical trial."®> The
results indicated that the therapy was well tolerated, even at
higher doses of the myelin peptide-coupled cells where a
decrease in T cell-specific responses was seen. More recently,
tolerogenic dendritic cells loaded with myelin-derived pep-
tides or aquaporin-4 for multiple sclerosis or neuromyelitis
optical spectrum disorders, respectively, were assessed for
safety, tolerability, and immunological responses.'®’ The
peptide-loaded dendritic cells were tolerated without adverse
side effects and a significant increase of IL-10 levels and
Tregs were seen in patients by week 12. These results suggest
promising therapies for these peptide-conjugated cells for
inflammatory diseases.

In another such approach, erythrocytes were engineered to
display disease-relevant antigenic peptides for tolerance induc-
tion via a sortase-tagging mechanism.'®> Red blood cells (RBC)
are consistently cleared from the body through phagocytosis,
but they do not show signs of inducing immune responses to
their antigens. By exploiting this method of tolerance induc-
tion against RBC-displayed antigens, erythrocytes decorated
with antigenic peptides can also be presented to induce toler-
ance. This method demonstrated protection against and rever-
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sal of EAE out to 245 days and prevented the onset of T1D in
NOD mice out to 210 days.'**

We previously discussed the Shirwan group’s presentation
of FasL on biomaterials to prevent allograft rejection, and they
have also used their streptavidin (SA) binding system to modify
splenocytes'®™'°® and pancreatic islets.'®”'*® SA-FasL-deco-
rated splenocytes inhibited primary and secondary alloreactive
responses by blocking proliferative responses and inducing
apoptosis of lymphocytes. Long-term persistence of FasL on
splenocytes led to the survival of allogeneic islets in a diabetic
rat model."® Pancreatic islets engineered to display SA-FasL
on their cell surface normalized blood glucose levels in chemi-
cally diabetic syngeneic C57BL/10 mice.'”” Viability of the
SA-FasL graft was only moderately improved compared to
unmodified grafts; however, a short course of rapamycin for 15
days prolonged the modified islet graft indefinitely (>500
days). Specific, localized tolerance was established by inducing
local Treg populations in the islet grafts’®” through induction
of donor antigens and maintenance of Treg cells."”® This
approach has also been applied to whole organ transplan-
tations, where SA-FasL tethered to heart endothelial cells
allowed for indefinite transplanted heart survival in syngeneic
hosts and delayed graft rejection in allogeneic heart grafts.'®?
Further, allograft survival was extended through the intrave-
nous treatment of graft recipient mice with SA-FasL-decorated
splenocytes on days 2 and 6 post-transplantation. Heart grafts
that received SA-FasL-decorated splenocytes intraperitoneally
on days 1, 3, and 5 post-transplantation with a 15-day daily
dose of rapamycin, achieved graft acceptance for the duration
of observation (100 days).'**"%°

The Shirwan and Yolcu team have used the streptavidin-
biotin affinity mechanism to decorate cells with other immu-
nomodulatory proteins, such as CD47'*° and PD-L1.2°%*!
CD47 protein is an innate immune checkpoint signal that pro-
vides “don’t-eat-me” self-recognition signals.**> To mitigate
islet graft loss via innate immune mechanisms, chimeric
SA-CD47 was tethered to islet surfaces without impact on cell
viability and function.'®® These engineered islets showed
better engraftment and function after transplantation via the
intraportal hepatic vein, demonstrating low levels of inflamma-
tory cells, including CD11b+ myeloid cells, monocytes, neutro-
phils, and macrophages, and lower cytokines associated with
early islet loss, such as HMGB-1, TF, and IL-1f. Islet surfaces
engineered with SA-PD-L1 efficiently converted Teff into Tregs
via enhanced TGF-B expression.?®! This method had no impact
on the viability or function of the islets, and transplantation
under the kidney capsule of streptozotocin-induced diabetic
C57BL/6 mice demonstrated prolonged survival over islet-only
controls out to 40 days. As in previous studies, concurrent
short-course rapamycin treatment administered for 15 days
post-transplantation resulted in >90% grafts survival and func-
tion for the length of the study (100 days). This increase in sur-
vival was accompanied by higher levels of regulatory cytokines,
such as IDO-1, arginase-1, FOXP3, TGF-f, IL-10, and lower
levels of inflammatory cytokines, such as IL-1p, TNF-a, and
IFN-y.2°%2%1 These methods show the potential of streptavidin-
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engineered proteins and checkpoint inhibitors to promote
transplanted cell graft viability and function.

In another innovative method, the Stabler group found that
enriched APCs edited to express TGF-p1 on their surfaces
using a PEG linker were able to generate functional, antigen-
specific Tregs from naive T cells.'”® Though these cells were
not tested for their tolerogenic ability in vivo, the Tregs gener-
ated were able to suppress the activation of CD4+ T cells
in vitro. Additionally, the PEGylation of APCs alone showed
suppression of direct antigen-presenting pathways, which may
promote immune tolerance. This method could be combined
with biomaterial scaffolds to generate Tregs within a trans-
plant site.

2.3.2. Biomaterial-based tolerogenic cell delivery.
Biomaterials are also useful for the delivery of cells as
therapeutics.’> % An emergent application in this area is the
delivery of cells as tolerogenic therapeutics. As a key player in
regulating immunosuppression and immune tolerance,>*® >
Tregs have become a novel cell target to deliver in allogeneic
transplantation.>>?*'° One group delivered Tregs around a
peripheral nerve allograft via a degradable PEG norbornene
hydrogel to enhance local immunosuppressive effects.”"!
These Tregs were able to infiltrate the allograft over 14 days
and suppress the local CD4+ Teff cell numbers in vivo over 21
days.”"" In another approach, human pancreatic islets coated
with Tregs using biotin-PEG-NHS and a streptavidin linker
did not affect their viability or function in vitro and improved
islet insulin secretion.>"*> While these Treg-coated islets were
not evaluated in vivo, they effectively suppressed IFN-y
secretion from Teff cells in co-culture. In another approach,
islets co-delivered with Tregs in PLGA microporous scaffolds at
the transplantation site in vivo restored normoglycemia and
extended islet graft survival in a NOD model.*"* Replacement
of the transplanted donor Tregs by recipient Tregs occurred
over time, and these Tregs protected a second islet transplan-
tation, which suggests localized and systemic tolerance toward
allogeneic islets.

Mesenchymal stem or stromal cells (MSC) have also gar-
nered significant interest as a tolerogenic cell type due to their
demonstrated potential to suppress activate T cell prolifer-
ation.?'* Extensive work has explored biomaterials-based deliv-
ery of MSCs for regenerative medicine applications,”"® with
some work targeting these cells for the induction of immune
tolerance. Bone marrow-derived MSCs have been evaluated for
their immunomodulatory effects on gliadin-specific T cells
from celiac patients in vitro.'”> MSCs inhibited T cell prolifer-
ation and their production of IFN-y, IL-10, and IL-21, while
also reducing CD4+ T cell number and expanding the Treg
subset. Baboon MSCs have also demonstrated suppression of
allogeneic lymphocyte proliferation in vitro and prolonged skin
graft survival moderately through intravenous administration
of donor MSCs to MHC-mismatched recipient baboons,'”
which may be due to their limited migration.*'® MSCs deli-
vered via a PLGA scaffold to a joint in a model of arthritis
reduced inflammation and suppressed T cell proliferation.*"”
Additionally, MSCs delivered in a synthetic, integrin-specific,
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degradable PEG hydrogel enhanced MSC survival and repara-
tive functions of these cells by modulating Teff functions;'”>
however, encapsulation of MSCs within biomaterials requires
many cells due to low efficiency of engraftment as a large
portion of delivered MSCs die or migrate away from the site of
transplantation.>'®

2.3.3. Strengths, limitations, and translational consider-
ations for biomaterials-based manipulation or delivery of tol-
erogenic cells. The use of biomaterials to manipulate or
deliver tolerogenic cells can greatly enhance the localized
effect or targeting of cells as a therapeutic strategy. The use of
cells as a therapeutic lends a complexity to tolerogenic treat-
ment that serves as both a potential strength and limitation.
The complexity of cells is beneficial in that they can recapitu-
late processes that are difficult to reproduce with simple
approaches delivering a single tolerogenic agent. Conversely,
cellular complexity may translate to outcomes that are difficult
to predict, control, or standardize. Additionally, manufacturing
cells as a product is in its early stages of development,
meaning current limitations of this strategy include high cost
and low reproducibility.

Despite these challenges, cell-based therapies are widely
explored in the clinic, with nearly 1200 clinical trials currently
underway with MSCs alone, and at least 36 trials delivering
MSCs via biomaterial scaffolds, albeit for largely regenerative
medicine applications.>'® Peptide-coupled cell therapy has
been evaluated in a phase 1 clinical trial where it demon-
strated good tolerability."®* Unfortunately, cost considerations
and manufacturing and regulatory challenges prevented
further advancement of this therapy. These challenges are
likely to be shared by other cell-based approaches.

3. Future directions for tolerogenic
biomaterial-based approaches

The field of tolerogenic biomaterials-based therapies is in its
infancy, and several approaches within this review represent
new and exciting directions in the field. While only a few
researchers have targeted immunometabolism to date, this
area has garnered excitement among a few research groups
and is likely to expand as it has in the broader field of immu-
notherapy.” Similarly, the concept of harnessing cells as tol-
erogenic tools is in its early stages and is likely to be comple-
mented and enhanced by biomaterial-based approaches to
manipulate or deliver cellular therapeutics. Additionally,
researchers are investigating immune responses to, and inter-
actions with, biomaterials with ever-increasing complexity,****°
enabling an approach toward rational biomaterial design and
selection for tolerogenic applications that will inevitably
further advance the field of tolerogenic immunotherapy.
Finally, we must highlight that the majority of the studies dis-
cussed within this review have demonstrated great success in
the treatment or prevention of tolerogenic pathologies in
rodent models. While many immune mechanisms are con-
served between rodents and humans, many are not. As such,
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future studies in this area must approach preclinical immu-
notherapeutic development with an eye toward clinical trans-

lation, perhaps prioritizing in vitro models with human
immune cells and tissues or humanized mouse models.
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