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B cell immunity has a penetrating effect on human health and diseases. Therapeutics aiming to modulate
B cell immunity have achieved remarkable success in combating infections, autoimmunity, and malignan-
cies. However, current treatments still face significant limitations in generating effective long-lasting
therapeutic B cell responses for many conditions. As the understanding of B cell biology has deepened in
recent years, clearer regulation networks for B cell differentiation and antibody production have emerged,
presenting opportunities to overcome current difficulties and realize the full therapeutic potential of B cell
immunity. Biomaterial platforms have been developed to leverage these emerging concepts to augment
therapeutic humoral immunity by facilitating immunogenic reagent trafficking, regulating T cell responses,
and modulating the immune microenvironment. Moreover, biomaterial engineering tools have also
advanced our understanding of B cell biology, further expediting the development of novel therapeutics.
In this review, we will introduce the general concept of B cell immunobiology and highlight key biomater-
ial engineering strategies in the areas including B cell targeted antigen delivery, sustained B cell antigen
delivery, antigen engineering, T cell help optimization, and B cell suppression. We will also discuss our
perspective on future biomaterial engineering opportunities to leverage humoral immunity for
therapeutics.

1. Introduction

B cells and the antibodies they produce profoundly impact
many aspects of human health, such as infection,'
inflammation,>®  autoimmunity,>> and malignancies.*’
Antibodies are crucial for the neutralization and opsonization
of invading pathogens during infections,® ' and are respon-
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Mucosal antibodies also play pivotal roles in regulating the gut
microbiome and maintaining homeostasis."* Tumor-infiltrat-
ing B cells regulate the tumor microenvironment through cyto-
kine secretion, antigen presentation, tumor-associated anti-
body production, and tumor-associated tertiary lymphoid
structures (TLSs) formation.*>”*>™'° B cells also drive autoim-
munity by producing autoreactive antibodies and promoting
the differentiation of pathogenic T cells.>***! Because of these
central functions of B cells in many human diseases and con-
ditions, modulating B cell responses has been an effective
target for therapeutics.

Biomaterial engineering strategies have been examined
extensively for a broad range of therapeutic and diagnostic
purposes, including the targeted delivery of antigens or immu-
nomodulatory biologics to specific tissues or cell types,>>™*
the temporally controlled release of biologics,*>*® local
immune niches for therapeutics or diagnosis,>” ! and the pro-
motion of tissue regeneration and immune tolerance.’’"*
Leveraging biomaterial platforms for modulating B cell immu-
nity has already shown significant progress in preclinical and
clinical research, with SARS-CoV-2 lipid nanoparticle (LNP)
mRNA vaccine as the most prominent research achievement in
this field.***” Current B cell modulation efforts are focused on
tackling several significant therapeutic challenges utilizing a
variety of biomaterials engineering strategies, including the
elicitation of broadly neutralizing antibodies (bnAbs),*® the
generation of mucosal immunity,>® the promotion of anti-
tumor B cell responses,*® and the suppression of allergy- or
autoimmune-associated B cells.*"*?

In this review, we aim to highlight recent biomaterial
strategies for B cell modulation in different therapeutic appli-
cations, with a focus on engineering innovations. We also
provide a brief overview of B cell immune responses and
introduce several factors impacting B cell responses that bio-
material engineers need to consider when designing thera-
peutic strategies. Lastly, we will share our perspective on
future biomaterial engineering opportunities for different
diseases.
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2. Overview of B cell responses

B cells respond in a multi-step process that involves cellular
and molecular regulations at various stages ranging from the
initial antigen presentations to the eventual B cell differen-
tiation. This complex regulatory network provides engineering
opportunities for modulating B cell responses at various
stages. Herein, we briefly summarize the cellular dynamics of
B cell responses, and direct the reader to recent advances for
more comprehensive information.

B cell antigen acquisition is one of the first engineering
opportunities to promote B cell responses. B cells primarily
encounter cognate antigens in secondary lymphoid organs
(SLOs), i.e. lymph nodes (LNs), spleens, and Peyer’s patches®
(Fig. 1A). Antigen size significantly influences antigen traffick-
ing. Low molecular weight soluble antigens (<70 kDa) or par-
ticles with a diameter of around 5 nm can diffuse into the B
cell follicles directly through pores in the subcapsular sinus
region.***® However, large antigens, such as immune com-
plexes and viral particles, rely on intermediate cells to be trans-
ported to follicular B cells. Different specialized resident cells
play this intermediate role in different SLOs depending on the
routes of antigen exposure. In LNs, it is the subcapsular sinus
macrophages (SSM; CD169") that capture antigens from the
incoming lymph and mediate antigen presentation to the fol-
licular B cells*’° (Fig. 1B). In the spleen, the responsibility of
antigen transport is shared by several types of cell, including
marginal zone B cells (MZB; IgM'IgD'®)°" and marginal metal-
lophilic macrophages.>*>* The process of antigen presentation
to B cells in Peyer’s patches is not well understood, but the
antigens are shown to be predominantly acquired by modified
epithelial cells (M cells) via transcytosis at the follicle-associ-
ated epithelium.>® The antigen acquisition is receptor-
mediated and often depends on the molecular features of the
antigens. For example, SSM cells express various receptors for
antigen retention, including macrophage receptor 1 (MAC1)
for engaging complement component 3 (C3) deposited cell
surface antigens,’® dendritic cell-specific intercellular
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adhesion molecule-3-grabbing non-integrin (DC-SIGN; also
known as CD209) for retaining glycosylated antigens,”” and
CD169 for recognizing sialylated pathogens.*®

Follicular dendritic cells (FDCs), a type of stromal cell in B
cell follicles, are another type of intermediate cell for antigen
presentation to B cells. They are responsible for retaining anti-
gens using complement receptors, allowing for B cells to test
the antigen affinity of their B cell receptors (BCRs)'®%156
(Fig. 1C). Additionally, owing to the low extracellular protease
activity within B cell follicles,”” FDCs can preserve antigens for
extended periods of time, serving as important antigen depots
to facilitate BCR affinity maturation.>® Some recent biomaterial
strategies can target antigen delivery to these intermediate
cells for B cell antigen acquisition. We will highlight several
relevant studies in following sections.

Follicular B cells rely on follicular T helper (Tfh) cells for
critical survival signals in order to further differentiate and
mature. Tth cells are a specialized subtype of CD4" T cells
licensed for B cell follicle entry by expressing the transcription
factor Bcl-6 and the chemokine receptor CXCR5 (C-X-C
chemokine receptor type 5), derived from naive CD4+ T cells
that receive antigen presentation by dendritic cells in the
LNs®® (Fig. 1B). They support B cell survival by providing T cell
help via secreted cytokines, such as IL-4, and the surface
expression of CD40L.

B cells activated by cognate antigens migrate to the T-B cell
borders and establish cognate interactions with Tth cells for T
cell help® (Fig. 1C). A subset of these B cells will spon-
taneously coalesce into tight clusters in close association with
FDCs, giving rise to microanatomical structures within B cell
follicles, namely germinal centers (GCs)®"** (Fig. 1D). B cell
entry into the GCs is significantly influenced by their germline
affinity of BCRs to antigen®® (Fig. 1E). Non-specific B cells are
largely excluded from GCs.°*®* B cells of high germline
antigen affinity proliferate and differentiate extrafollicularly
likely due to strong BCR stimulation,’ and develop into early
memory B cells (MBCs) and plasmablasts that produce anti-

Yaoying Wu is an Assistant
Professor of Biomedical
Engineering at Syracuse
University. He received his BS in

Materials Science and
Engineering  from Tianjin
University, MS in Polymer
Chemistry from Beijing
University of Chemical
Technology, and PhD in

Chemistry from the University of
Minnesota, Twin Cities, before
completing  his  postdoctoral
training at Duke University. His
research team develops B cell modulation strategies for disease
prevention and treatment.

Bl

Yaoying Wu

This journal is © The Royal Society of Chemistry 2024

View Article Online

Review

bodies with little somatic mutations on BCRs.*>"** Only B cells
with a relatively median germline antigen affinity are selected
for GC entry. The density of the peptide/MHC II (pMHCII)
complex expressed by B cells was also shown to regulate GC
selections, where B cells with a low pMHCII density are largely
excluded from GC entry.®

Within GCs, B cells undergo Darwinian-like selection and
affinity maturation. B cells organize into two distinct zones,
i.e. the light zone (LZ) and dark zone (DZ) (Fig. 1D and E). The
LZs are composed of Tfh cells, FDCs, and LZ B cells or centro-
cytes, while the DZs contain predominantly DZ B cells or cen-
troblasts and newly defined dark zone FDCs.®®®” Lz B cells
and DZ B cells differ in several important aspects. DZ B cells
rapidly proliferate and carry out activation-induced deaminase
(AID) mediated somatic hypermutation (SHM) to foster the
affinity maturation of immunoglobulin genes.®® AID intro-
duces random mutations on immunoglobulin genes, leading
to a range of modifications of BCR antigen affinity. Mutations
that lead to increased antigen affinity will improve B cell com-
petitive fitness in the LZ, while lower affinity or nonfunctional
mutations will undergo apoptosis.®® AID enzymes also initiate
immunoglobulin class-switching from IgM to downstream iso-
types IgG, IgE, or IgA.”® While the primary goal of DZ B cells is
to undergo proliferation, LZ B cells, in contrast, express more
activation markers, such as CD83 and CD86, along with upre-
gulating BCRs and CDA40, to facilitate affinity selection.”"”?

Tfh cells play a central regulatory role in B cell affinity selec-
tion, owing to their critical function of inducing B cell survival
in the LZ.”® The often-limited Tfh cell population necessitates
affinity-driven competition among LZ B cells for T cell help.
High-affinity LZ B cells can attract and maintain cognate inter-
actions with Tfh cells through the secretion of chemokines™
and expression of a high density of pMHC II complexes and
ICOSL  (inducible  co-stimulatory molecule ligand).”®
Conversely, low-affinity LZ B cells express a lower density of
PMHC II complexes, and are thus unable to compete for Tth
cell help, leading to apoptosis.”’> The survival advantage of
high-affinity LZ B cells ultimately improves the average affinity
of given germinal centers and leads to the production of high-
affinity antibodies (Fig. 1E). There are two main mechanisms
through which the low-affinity B cells undergo apoptosis. B
cell apoptosis in the LZ due to the lack of T cell help, ie.
“death by neglect”, was initially thought to be the primary
mechanism.”> However, recent literature has demonstrated
that the strength of T cell help received by LZ B cells deter-
mines the B cell survival in the DZ, with low-affinity B cells
undergoing apoptosis within the DZ.”®*””® These two models of
affinity selection potentially co-exist during GC reactions.
Understanding this pathway can guide efforts to improve
antigen affinity. Additionally, Tth cells may also contribute to
affinity selection by actively inducing B cell apoptosis within
the LZ through the Fas ligand and granzyme B secretion.”’
Due to the crucial functions of Tfh cells in regulating B cell
immunity, a number of studies have designed strategies to
modulate T cells in order to improve antibody responses. We
will discuss some of these studies in the section below.

Biomater. Sci, 2024,12,1981-2006 | 1983
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Fig. 1 Overview of B cell responses. (A) Antigens accumulate in dLN following administration. (B) Antigen presentations. Opsonized antigens are
acquired by subcapsular sinus macrophages (SSM) from the subcapsular sinus and handed off to follicular dendritic cells (FDC) in the B cell follicle;
native CD4* T cells receive antigen presentation by conventional dendritic cells (cDC) at the paracortex and differentiate into early follicular T helper
(Tfh) cells. (C) Antigen-stimulated B cells migrate toward the T-B border to seek cognate interactions with Tfh cells. (D) B cells that received
sufficient T cell help spontaneously organize into germinal center (GC) structures that are separated into two distinct components: the light zone
(LZ) is composed of LZ B cells, Tfh cells and FDC; the dark zone (DZ) is mainly composed of DZ B cells that undergo somatic hypermutations
(SHMs). (E) An overview of the dynamics of GC affinity selection. Prior to GC entry, B cells with a low antigen affinity are excluded from GC entry;
relatively high affinity B cells differentiate extrafollicularly into short-lived plasma cells (PCs) and memory B cells (MBCs). Cells with intermediate
antigen affinity are often selected to enter GC reactions. GC B cells go through rounds of mutation, selection, and expansion. During the GC reac-
tions, some high-affinity B cells exit as MBCs and long-lived PCs, while low-affinity B cells undergo apoptosis. Other B cells potentially enter into
the next rounds of mutation and selection. Eventually the GC retracts and the GC B cell population dwindles.

The longevity of the GC reaction is an important factor for
antibody affinity maturation. The persistence of GCs allows for
continuous replenishment by naive B cells, a feature that leads
to the extensive mutation of B cells and broadens the breadth
of antibody responses.®*®> vaccine-induced long-lived germ-
inal center reactions have also been observed in patients who
received the SARS-CoV-2 mRNA vaccine, generating robust
humoral immune responses.®*** We will highlight a variety of
biomaterial platforms that achieved extended GC reactions via
sustained antigen delivery.

Ultimately, B cells survive and exit the GC as either long-
lived plasma cells (LLPCs) or MBCs (Fig. 1E). While the mole-
cular mechanisms regulating the post-GC B cells’ fate

1984 | Biomater. Sci., 2024,12,1981-2006

decisions remain elusive, antibody affinity has long been
established as a crucial factor in determining the fate of GC B
cells.*>®° High-affinity GC B cells are exported as LLPCs for the
production of high-affinity antibodies to exert immune func-
tions, such as neutralization and opsonization.® GC B cells
with relatively lower antigen affinity are more likely to develop
into MBCs prior to the differentiation of LLPCs.®*®* One
important cytokine that has been linked to MBC differen-
tiation is Tfh cell-derived IL-9, but the mechanism is still
unclear.?”®® The detailed mechanisms responsible for MBC
recall are being actively investigated.®*>°° MBC GC reentry
appears to be rather infrequent and dependent on the context
of secondary exposure.’® > Once entered, MBCs participate in

This journal is © The Royal Society of Chemistry 2024
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GC affinity selection processes and differentiate into effector B
cells.”??

The mechanism of GC termination is still poorly under-
stood (Fig. 1E). But a slew of factors, including antigen avail-
ability, feedback by soluble antibodies, suppression by T fol-
licular regulatory (Tfr) cells, and metabolic inhibition, have all
been shown to play unique roles in regulating the duration of
GC reactions.” Recently, canonical Tth cells are also shown to
initiate GC contraction by expressing Foxp3 transcription
factors.”> Future progress in this field will have significant
implications for vaccination and autoimmunity. Other strat-
egies aiming to suppress B cell functions through inhibitory
co-receptor stimulation or depletion have shown early suc-
cesses. Some of the biomaterial-aided design will be discussed
in our review.

Other than the abovementioned molecular and cellular
mechanisms, B cell responses are also significantly influenced
by factors that are often outside of conventional biomaterial
engineering control, such as the B cell precursor frequency
and B cell immune history. These factors contribute to individ-
ual differences when responding to the same antigens and
complicate B cell responses to complex antigens. We would
like to highlight the impacts of these factors in the following
two aspects:

2.1. Epitope immunodominance

B cells are regularly exposed to complex protein antigens
during infection or vaccination. Among a broad range of
potential epitopes in a protein antigen, often only a few epi-
topes will be focused on by B cells to generate antibodies
against while many others are neglected.”®” Similar obser-
vations have also been made during T cell responses.’®®® This
phenomenon, referred to as immunodominance, is described
by Crotty et al., as “immunodominance is the natural focusing
of an immune response toward a specific number of B cell or
T cell clones at the expense of expansion of other epitope-
specific B or T cells”.'® While therapeutic immune responses
can feature an immunodominant epitope bias, for rapidly
mutating pathogens, such as HIV and influenza virus, immu-
nodominance can be detrimental by distracting immune
responses away from broadly neutralizing epitopes.*®'°! Two
main contributing factors for epitope immunodominance are
(1) the germline epitope BCR affinity and (2) the precursor fre-
quency of epitope-specific germline B cells.'**'°* Firstly, BCR
antigen affinity determines the fate of B cells during GC entry
and GC selection, as described above (Fig. 1E). During the
initial responses to complex antigens, GCs are primarily com-
posed of antigen-specific B cells with a significant portion of B
cells showing no detectable binding affinity."®® Over time, the
average antigen affinity of GC B cells increases and B cells with
non-detectable affinity will be gradually eliminated. This
natural affinity selection process creates a considerable hurdle
for low-affinity germline B cells to overcome in order to mature
into LLPCs.%® Secondly, the frequency of germline B cell clones
specific for a given antigen is largely undetermined, but its
impact on the robustness of the B cell responses is crucial.

This journal is © The Royal Society of Chemistry 2024
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HIV vaccine studies demonstrated that the average frequency
of germline B cells for VRCO1-class bnAbs in the naive reper-
toire is about only 1 in 300000.'°%'** This is considerably
lower than the frequency of naive B cells specific for other
common antigens. For example, the frequency of B cells
against phycoerythrin (PE), a common fluorophore, is
1:5000."° The frequency of B cells specific for the spike
protein of SARS-CoV-2 virus is recently determined to be
1:43 000 in human PBMC, still much higher than HIV bnAb
precursor B cells.'”® The paucity of HIV bnAb-precursor germ-
line B cells dramatically limits the effectiveness of an HIV
vaccine to recruit antigen-specific B cells into GCs for affinity
maturation, thus diminishing the probability of eliciting
bnAbs through vaccination. Collectively, antigen immunodo-
minance and the individual B cell repertoire likely determine
vaccine efficacy. The development of vaccine strategies target-
ing neutralizing epitopes that are subdominant requires con-
sidering this factor.

2.2. Immunological imprinting

The immune history impacts the subsequent immune
responses induced by vaccines or health conditions. This
phenomenon is originally referred to as “original antigenic
sin”, coined by Francis in the 1960s."”” Due to the negative
connotation and relatively narrow utility of this terminology,
this phenomenon is now generally referred to as “immunologi-
cal imprinting”.'°®'% The immunological imprinting effect is
multifaceted. In some cases, the immune history will bias
responses toward the original exposure, limiting the diversity
of antibodies induced by subsequent vaccinations.*>'°® In
other cases, previous exposure accelerates the subsequent
responses as the typical immune memory responses. These
conflicting effects of prior exposure are the result of an inter-
play between immunological memory and -cross-reactivity.
Cross-reactive MBCs can promote MBCs to rapid expansion
and plasma cell differentiation during subsequent exposure to
different viral strains. It can also guide MBCs to enter GCs for
the production of antibodies, often with broader reactivities
and stronger responses against the original strain.''® However,
the frequency of this occurrence is relatively low.”" Conversely,
the pre-existing cross-reactive serum antibodies may inhibit B
cell activation through FcyRIIB1 signaling, thus limiting anti-
body production against mutated antigens.''* Rapid antigen
clearance by pre-existing antibodies is another mechanism by
which the original immune responses may be counterproduc-
tive for subsequent antigen exposures. Collectively, the impli-
cations of immunological imprinting on vaccination or immu-
notherapy are rather complex and context dependent.
Therefore, it is imperative to consider the immune history of
the test subjects during therapy design and data
interpretation.

2.2.1 Targeting B cells for antigen delivery. Antigen entry
into B cell follicles is strictly regulated by barrier cells, such as
SSM."™® Nanoparticle vaccines improve vaccine accumulation
within the dLN upon administration due to favorable traffick-
ing kinetics;>*''*> however access to B cell follicles by nano-

Biomater. Sci, 2024,12,1981-2006 | 1985
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particles largely remains prohibited because of a lack of mole-
cular features that engage barrier cells.'**''* To overcome
these challenges for effective antigen delivery, several research
teams have designed various biomaterial strategies to over-
come or circumvent the barriers to B cell follicles and improve
antigen presentation to B cells (Fig. 2).

2.2.1.1 Albumin hitchhiking for antigen delivery. Inspired by
rapid LN accumulation by compounds that bind to serum
albumin, Liu et al. designed albumin-binding lipid-conjugated
vaccines, namely amph-vaccines'”® (Fig. 2A). This design
exploited the natural trafficking of endogenous albumin
within the lymphoid tissues, leading to a rapid accumulation
of antigens and adjuvants within the dLN following sub-
cutaneous administration. Lipid tail modification to a CpG
oligonucleotide adjuvant increased LN accumulation by
12-fold over an unmodified control after subcutaneous immu-
nization. Moreover, amph-vaccines show clear colocalization
with LN B cell follicles through immunohistochemical

imaging, indicating that the albumin-mediated antigen

View Article Online
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trafficking overcomes SSM barriers."*® This strategy is currently
being evaluated for the LN targeting of a cancer vaccine in a
phase 1 clinical trial (NCT04853017)."'°

Mucosal immunity is critical for preventing infection,” ™"
but the efficacy of mucosal vaccination is often hampered by
rapid antigen clearance at mucosal barriers.>® Leveraging the
amph-vaccine design, Hartwell et al. developed amphiphile
lipid-conjugated eOD-GT8 (germline-targeting engineered
outer domain of HIV gp120 proteins) as an HIV mucosal
vaccine (amph-eOD)""” (Fig. 2B). After intranasal adminis-
tration, amph-eODs were transported to the lymphatic vessels
and the nasal-associated lymphoid tissue (NALT) within 6 h
and remained detectable 7 days after immunization, while
unmodified antigens showed a minimal level of accumulation.
The enhanced accumulation of amph-vaccines promoted B cell
responses and improved the quantities of both GC B cells and
eOD-binding GC B cells relative to the unmodified control.
When combined with a STING agonist, cdGMP, or SMNP adju-
vant (discussed later), amph-eOD nasal immunizations pro-

Albumin-hitchhiking
Antigen

LOrer)

IB Cell Follicle

> o

A O An O A

‘ Q Two-stage Nanoparticle ‘

Fig. 2 Overview of B cell-targeted antigen delivery strategies. (A) Albumin-binding amph-vaccine accumulates in dLN by albumin hitchhiking.*** (B)
Intranasally delivered amph-vaccines are transported to the nasal associated lymphoid tissue (NALT) through a mucosal epithelial layer mediated by
neonatal Fc receptor (FcRn).*” (C) Highly glycosylated self-assembled HIV nanoparticle antigens activate the mannose-binding lectin (MBL) comp-
lement pathway and are acquired by SSM cells from the subcapsular sinus (SCS) for antigen delivery to the B cell follicles.'?* (D) Two-stage nano-
particles accumulate at the SCS (left), and release small-molecule drug to the B cell follicle as the linkers degrade at predetermined kinetics
(right).*** (E) When antigens are administered with CL-lipo**” or SMNP*38(left), the SSM barrier cells are depleted and antigens are accumulated in
the B cell follicles (right).
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moted high levels of IgA responses systemically or within the
mucosal tissues, while eOD antigen alone mostly failed to
elicit any IgA responses. Amph-eOD vaccine also showed
superior immunogenicity in non-human primates (NHPs) rela-
tive to eOD control. The researchers identified that neonatal Fc
receptor (FcRn) mediated albumin transportation facilitated
the transit of amph-vaccine cross the mucosal barriers.'"”
These studies represent an exciting broadly applicable strategy
to improve antigen accumulation in the dLNs.

2.2.1.2 Promote SSM-mediated antigen delivery. SSM cells
preferentially acquire antigens that are opsonized or deposited
with complement proteins from afferent lymph for antigen
presentation to B cells.*’ Therefore, increasing antigen reten-
tion by SSM cells has long been explored for antigen delivery,
even before the role of SSM in antigen presentation was
defined.""® Initial attempts have largely focused on the modifi-
cation of antigens with antibodies against CD11c'*® or CD169
(an SSM-specific receptor).”*® Through purposeful design,
recent versions of biomaterial-based vaccines showed
improved efficacy in leveraging SSM-mediated antigen presen-
tation to drive B cell responses.

Tokatlian et al. designed two kinds of self-assembled
protein nanoparticle, eOD-60mer and MD39-8mer, and both
achieved impressive levels of antigen accumulation in the fol-
licle"" (Fig. 2C). The eOD-60mer, a ~32 nm-diameter nano-
particle that carries eOD antigens, is assembled from eOD-
lumazine synthase fusion proteins; and the MD39-8mer, a
~40 nm-diameter nanoparticle that carries MD39 (modified
HIV gp140 trimer proteins), is assembled from MD39 fused
with archaeal ferritin. Both nanoparticles exhibited significant
levels of colocalization between antigens and the FDC network
on day 3 and day 7 following subcutaneous administration in
BALB/c mice, whereas their corresponding monomers accumu-
lated primarily in the subcapsular sinus and medullary areas.
Immunization with these particles, compared with unas-
sembled protein controls, elicited antigen-specific IgG with
elevated titers and binding affinities and higher frequencies of
GC B cells and Tth cells. As the acquisition of antigens is
largely mediated by SSM within LN,***® the authors speculated
the observed FDC nanoparticle retention was likely mediated
by SSM antigen relay following complement activation.
Involvement of the complement system was experimentally
confirmed by the fact that any disruption of the mannose-
binding lectin (MBL) complement pathway or deglycosylation
of the eOD-60mer nanoparticles could severely compromise
the nanoparticle vaccine’s follicle accumulation and immuno-
genicity. Thus, these self-assembled highly glycosylated
protein nanoparticles stimulated MBL activation and were
likely captured and handed off to FDCs by SSMs. This study
highlights an engineering opportunity to improve B cell
antigen delivery.

Martin et al. further explored the utility of complement
pathways for antigen delivery into B cell follicles.’** Antibody-
opsonized antigens can access B cell follicles by engaging
SSM, which enhance the magnitude and the duration of anti-
body responses.'**™'*®> The authors sought to activate comp-
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lement pathways using immune complexes (IC) formed
between soluble HIV Env trimer immunogen (BG505) and
macaque-derived monoclonal antibodies (RM19R mAb) that
bind to the base of BG505. In BALB/c mice, the administration
of RM19R mADb showed a dose-dependent enhancement effect
for BG505 accumulation within dLNs, suggesting that the for-
mation of IC between BG505 and RM19R mAb facilitated B cell
follicle access by the antigens. While the formation of IC did
not show a statistically significant improvement on antigen fol-
licle access in NHPs partly due to limited sample sizes, IC-
mediated antigens appeared to be more focused within FDC
networks than antigen alone. The authors also evaluated
antigen follicle accumulation in NHPs, following the adminis-
tration of self-assembled BG505 SOSIP-T33_dn2 nanoparticles
that carry 4 copies of BG505 SOSIP HIV trimers. Unexpectedly,
free BG505 trimer proteins exhibited greater antigen fluo-
rescence intensity. However, both light sheet imaging of
cleared lymph node tissue and immunohistology imaging
showed higher levels of antigen presence in B cell follicles in
the nanoparticle immunization group, as compared with free
trimer immunizations. The authors suggested that such a dis-
crepancy may be caused by several factors, including LN
accumulation kinetic differences and accidental protein
removal during the tissue clearing process. Taken together,
these studies suggest that both the immune complex and self-
assembled antigen-displaying particles can be effective in pro-
moting antigen follicular localizations.

Aside from leveraging complement activation to promote
SSM-mediated antigen acquisition, an SSM-specific receptor,
CD169, has also been explored for antigen delivery through
ligand design. Antigen-conjugated anti-CD169 antibodies eli-
cited antibody responses with markedly improved quantity,
affinity, and frequencies of GC B cells."*® James Paulson and
co-workers screened a library of about 8400 substituted car-
boxylic acids that potentially bind to CD169 and identified a
potent ligand of the CD169 receptor, namely "““Neu5Ac.'*°
Liposomes displaying "““Neu5Ac ligands ("““Neu5Ac-lipo-
somes) showed binding specificity for CD169+ macrophages
both in vitro and in vivo."”””**® Due to SSM’s key role in T cell
antigen presentations, "““Neu5Ac-liposomes successfully deli-
vered antigens to SSM and amplified the immune responses of
natural killer cells and CD8+ T cells."***** Gao et al. recently
designed "““Neu5Ac-displaying acetylated dextran nano-
particles that carried both protein antigens and imiquimod, a
TLR7/8 agonist, as adjuvant, to demonstrate the enhancing
effect of "“°Neu5Ac ligand-mediated SSM-targeted delivery on
B cell responses.’*® These nanoparticles showed a significant
targeting effect toward CD169+ macrophages in vitro and eli-
cited more potent antibody responses and CD8+ T cell
responses as compared with the non-targeting control nano-
particles. Using SSM-targeting nanoparticles that carry
SARS-CoV-2 RBD proteins showed a similar improvement in
antibody responses in both mice and rabbits, as compared
with either protein control or PEG nanoparticles. While these
studies have not directly shown the impact of CD169-targeting
strategies on antigen follicle accumulation or the dynamics of
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B cell responses, recent data demonstrated the feasibility and
effectiveness of SSM-targeted antigen delivery for improving
antibody responses, along with T cell responses.

2.2.1.3 Circumvent SSM barrier regulation. In addition to
actively engaging SSM for antigen acquisition, several research
teams engineered molecular strategies that evade SSM regu-
lations and efficiently deliver the cargo into the B cell follicle.

As discussed previously, proteins with a molecular weight
lower than 70 kDa or particles with diameters lower than 5 nm
can directly diffuse into B cell follicles without being impeded
by SSM barriers.”® To take advantage of this feature, Schudel
et al. designed a two-stage release nanoparticle system that can
rapidly reach dLN and avoided the barrier control by SSM via a
timed cargo release at the subcapsular sinus'** (Fig. 2D).
These nanoparticles were synthesized by crosslinking thiolated
poly(propylene sulfide) (PSS)/Pluronic F127 micelles (OND-NP)
with  thiol-reactive = oxanorbornadiene (OND) linkers.
Depending on the substitution, these OND linkers exhibit
different degradation kinetics, independent of pH and solvent
conditions, with half-lives of fragmentation ranging from
17 min to 29 h at 37 °C. Using rhodamine dye as cargo, the
researchers demonstrated that the nanoparticle-mediated
cargo accumulates within the dLNs following i.d. adminis-
tration, while neither free dye nor dye carried by rapidly
degrading nanoparticles reached the dLN, indicating that both
nanoparticle-mediated transport and properly timed release
are necessary to achieve optimal follicle-targeted release. Using
a linker with a half-life around 8 h, OND-NP showed a signifi-
cant improvement in cargo acquisitions by both barrier cells
and para(cortex) cells, relative to the non-degradable control.
For example, OND-NP-mediated cargo delivery showed
100-fold more antigen acquisition by B cells, as compared with
the non-degradable control or free cargo. The release kinetics
of OND-NP influences the cargo’s cellular distribution within
the dLN, with the slower degradation rate skewing toward
more cargo accumulation in the paracortex cells. The OND-NP-
mediated delivery of CpG oligonucleotide showed an improved
activation of B cells, cDCs (conventional dendritic cells) and
pDCs (plasmacytoid dendritic cells), relative to free CpG and
disulfide-linker controls, and ultimately promoted immune
infiltration within tumor tissues. Hence, this two-stage release
OND-NP system can improve cargo access to B cell follicles by
timed release and shows promise for B cell-targeted delivery.

Another recent engineering strategy for follicular B cell
antigen delivery is to selectively deplete SSM. Inspired by
several previous studies where the depletion of SSM promoted
antibody production,"*>'*® Chan and coworkers sought to
evaluate the impact of SSM depletion on the immunogenicity
of gold nanoparticle (AuNP) vaccines™” (Fig. 2E). The research
team depleted SSM using clodronate liposomes (CL-lipo), and
found that SSM depletion resulted in a rapid accumulation of
AuNP and prolonged retention of AuNP in the follicles for over
2 weeks, while PBS-lipo-treated mice did not show a compar-
able level of antigen accumulation. The enhanced follicle
antigen accumulation driven by CL-lipo-mediated depletion
correlated with higher GC B cell frequencies and elevated anti-
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body productions for both free antigens and antigen delivered
by AuNPs. Interestingly, the authors demonstrated that inhi-
bitions of macrophage uptake with gadolinium chloride, carra-
geenan, or dextran sulfate 500 all showed enhancement effects
for antigen follicular accumulation, similar to CL-lipo,
suggesting that SSM uptake negatively impacts nanoparticle
vaccine efficacy. SSM depletion is a potentially versatile strat-
egy to improve nanoparticle antigen accumulation within B
cell follicles and the resulted immune responses.

Similar SSM depletion-led antigen accumulation also con-
tributed to the strong immunogenicity of a novel nanoparticle
adjuvant (SMNP)'?® (Fig. 2E). Silva et al. formulated SMNP by
incorporating the TLR4 agonist MPLA into saponin-based
immune-stimulating complexes (ISCOM). During immuniz-
ation, SMNP showed a superior ability to promote GC reactions
and antibody productions over several other adjuvants tested.
SMNP was shown to promote antigen uptake by B cells and
enhance the activation and proliferation of antigen-specific B
cells, in addition to improving the cytokine secretion by
antigen-specific Tfh cells.’*® The research team identified two
mechanisms that contribute to the enhanced immunogenicity
of SMNP. Immunofluorescence imaging of dLNs revealed that
SMNP administration led to the reduction of SSM, similar to
CL-lipo treatment. Moreover, SMNP accelerated antigen
trafficking by enlarging the lymphatic vessel within the first
hour of administration according to intravital imaging. The
detailed mechanism of this enhanced lymphatic flow was
further confirmed to be driven by mast cell activity induced by
SMNP using mast cell-deficient mice, where an absence of
mast cells reduced the immunogenicity of SMNP. SMNP also
showed a potent adjuvant effect in NHPs when administered
with the aforementioned HIV nanoparticle vaccine, MD39-
8mers."*! Therefore, the SMNP adjuvant promotes strong
immune responses by amplifying antigen accumulation in B
cell follicles by disrupting SSM barriers and enlarging lym-
phatic vessels.

These corroborating studies collectively demonstrate that
circumventing SSM regulations either by releasing small mole-
cule cargos within subcapsular sinus cargos or by disrupting
SSM cells can effectively deliver biologics to B cell follicles.

2.2.2. Sustained delivery of B cell antigens. The sustained
release of soluble antigen has been extensively explored as a
strategy to improve vaccine responses. A number of studies
have demonstrated that a prolonged antigen presence elevated
Tfh cell populations, promoted GC affinity selection, increased
antibody affinity, and diversified antibody responses, as com-
pared with conventional bolus injections®>'**7'*! (Fig. 3).
These striking improvements are largely driven by the favor-
able temporal alignment between sustained antigen avail-
ability and the dynamics of B cell responses.'** For Tth cells, a
consistent antigen presence is required during the early Tth
differentiation phase prior to GC entry."**'** Once the Tth
cells enter the GCs, they continue to evolve and proliferate in
an antigen-dependent fashion.'*® Therefore, sustained antigen
availability within B cell follicles promotes the differentiation
and proliferation of Tfh cells, and increases the Tth cell popu-
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increases the ratio of LZ B cells and DZ B cells. The breadth of the antibody responses and Tfh cell responses is also improved. Effective sustained
antigen delivery strategies include (B) microneedle (MN) patches; (C) hydrogel; and (D) slow administration through exp-inc dosing regimen or an

osmotic pump.14°

lations. GC B cell development also benefits from sustained
antigen delivery. Because GC reactions peak weeks after the
primary immunizations, the available antigen within GCs after
bolus immunizations can be minimal due to clearance and
degradation.?°® Antigens exposed by degradation can be
counterproductive, as they distract GC responses from thera-
peutic-relevant native surface antigens.'*” Sustained antigen
delivery can maintain native antigen availability within GCs
and minimize distraction protein fragments from degradation,
thus improving affinity maturation against the relevant
antigens.'*°

Diverse biomaterial strategies have been developed to
control the release of antigens or drugs. Some of these designs
have been recently reviewed elsewhere.”>'*” Here, we aim to
highlight recent studies that demonstrated the impact of sus-
tained antigen release on B cell immunity.

2.2.2.1. Microneedle patches. Microneedle (MN) patches,
consisting of an array of micron-scale needles, can introduce
antigens into the epidermis and dermis layers.'*® Dermal
immune cells, such as dermal DCs and Langerhans cells, are
thus activated by the MN transcutaneous vaccinations and
initiated immune responses.'*® Extended antigen release can
be achieved by developing novel vaccine-loading strategies or
an MN architecture design (Fig. 3B).

DeMuth et al. engineered a series of MN strategies to
control the delivery of antigens. Through the layer-by-layer

This journal is © The Royal Society of Chemistry 2024

(LbL) approach, the researchers designed a DNA vaccine by
interweaving layers of antigen encoding plasmid DNA (pDNA)
and the adjuvant polyinosinic: polycytidylic acid, poly(I:C),
and biodegradable cationic poly(f-amino-ester) (PBAE) onto
poly(r-lactide) (PLLA)-based MN patches."® Nucleic acids deli-
vered through the MN patches remained detectable over 20
days after administration, whereas pDNA introduced via intra-
dermal (id) injections was cleared within 2 days. MN immuniz-
ations elicited antigen-specific antibody responses with a titer
3-fold higher relative to id immunizations."*® The research
team also deposited layers of interbilayer-crosslinked multila-
mellar vesicles (ICMVs) using similar LbL strategies.'>""*> MN-
mediated OVA-loaded ICMV delivery generated OVA-specific
antibody titers that were 10-fold higher than with the id
administration of ICMV particles, and were about 100-fold
higher than the id administration of OVA protein alone.

To further control MN-mediated antigen delivery kinetics,
DeMuth et al. engineered composite MN patches composed of
a dissolvable poly(acrylic acid) (PAA) base and protein-loaded
PLGA bulk or microparticle-based MN tips.">* After application
to the skin, the PAA-based bases and pedestals were rapidly
dissolved by the interstitial fluid within a day, leaving the
PLGA MN tips embedded at the injection sites and enabling a
long-term delivery of antigens for over 20 days. The research
team subsequently improved the composite MN design by
loading the protein antigens within silk protein-based MN tips
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due to silk’s advantage in high-density loading.’** Antigens
delivered using silk-based MN remained detectable at the
administration sites for over 16 days. The prolonged antigen
delivery improved the frequency of CD8+ memory T cells and
the antibody titer and avidity. Leveraging this composite MN
patch design, Boopathy et al. encapsulated the aforementioned
HIV antigen, MD39 trimers, together with adjuvants,
pam3CSK4 and polyl:C, within silk protein MN tips.'*® The
MD39 proteins maintained their antigenicity after being
released from the MN, and remained in the skin for over 14
days, in contrast to the rapid clearance by intradermal injec-
tion. MN-mediated sustained release also improved antigen
access to FDCs in the dLNs, along with the development of GC
B cells and Tfh cells, particularly trimer-specific Tth cells. The
improvement in cellular responses led to a significantly higher
production of MD39-specific IgG antibodies.

Chen et al. designed fully-embedded chitosan-based MN
tips for antigen sustained release.'>>"” Chitosan was selected
for its biocompatibility and biodegradability. Upon appli-
cation, chitosan MN tips are separated from the MN base and
are embedded within the skin to act as vaccine depots, and
the polyvinyl alcohol/polyvinyl pyrrolidone (PVA/PVP) support-
ing patch can be dissolved. The PVA/PVP chitosan MN patches
sustained OVA protein antigen release for about 21 days.
Hemagglutinin (HA) protein-loaded PVA/PVP chitosan MN
patches generated a 4-fold increase in virus-specific IgG com-
pared with intramuscular (IM) immunizations, resulting in
100% survival and minimal weight loss after an influenza
virus challenge.*®

Prausnitz and coworkers designed MN patches that encap-
sulated lyophilized influenza vaccines within PVP MN tips
through photopolymerization.’*® This manufacturing process
preserved vaccine antigenicity, and MN immunization and IM
immunization induced comparable titers of antibodies.
Moreover, MN immunization generated superior long-term
viral protection and higher titers of antigen-specific IgA in
bronchoalveolar lavage fluid (BALF), relative to IM adminis-
tration.’® The research team later integrated active self-
healing encapsulation (ASE) PLGA particles'®® within polyvinyl
alcohol and sucrose, to develop microparticle-based MN
patches.’®® This design leveraged ASE particle-mediated
protein loading through Alhydrogel absorption to facilitate
facile protein antigen long-term delivery.

In addition to improving the biomaterials used for MNs,
several research groups have innovated the manufacturing
process to modulate antigen release or to accelerate the manu-
facture process. Tran et al. designed MN patches with an array
of core-shell microneedles composed of PLGA with varying
degradability kinetics.'®® The PLGA shell of embedded MN
tips would degrade at various time points depending on the
molecular weight and terminal groups of the PLGA polymers,
thus releasing the loaded antigens at different stages. This
multi-stage release of antigens achieved prime and boost
immunization through a single administration, with the last
dose of antigens released 40 days after MN immunization.
Immunization with these core-shell MN patches encapsulating
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Prevnar-13, a clinical vaccine against S. pneumoniae infections,
achieved strong antigen-specific antibody responses, and
improved the protection against bacterial challenges relative to
bolus s.c. immunizations.'®> DeSimone and colleagues utilized
continuous liquid interface production (CLIP) technology to
rapidly fabricate MN with control over a variety of design para-
meters and achieved cargo loading and delivery."*>'®* To
improve antigen loading, the researchers designed faceted MN
with significantly larger surface areas than their square pyra-
midal counterparts, and thus loaded 36% more antigen.'®®
CLIP-printed MNs prolonged the presence of both antigen and
adjuvants at injection sites relative to bolus SC immunization.
This design also achieved antigen dose sparing. At 10-fold
lower antigen dosing, MN-induced antibody responses were
nearly unaltered, while all other tested administration
methods showed diminished responses.

Collectively, these studies demonstrate that MN patches can
effectively control antigen release. Additionally, their diverse
designs potentially offer avenues for future innovations to
improve transcutaneous delivery.

2.2.2.2 Hydrogels. Hydrogels are composed of a network of
hydrophilic polymer chains and a large amount of water
content, thus resembling tissue physical properties, and exhi-
biting excellent biocompatibility once embedded. A hydrogel
loaded with hydrophilic drugs can serve as a local drug depot
at the administration site and control drug release through a
number of approaches, including tuning mesh sizes, modulat-
ing drug/polymer interactions, and altering degradation
rates.®® The versatility of hydrogel makes it an excellent
choice to control the delivery of antigens and adjuvants®>'®”
(Fig. 3C).

Injectable hydrogels that can be introduced into local tissue
through injection are particularly attractive platforms for
vaccine delivery.'®®"7° A prominent example of hydrogel-
mediated antigen sustained release is the polymer-nano-
particle (PNP) hydrogel system developed by Appel and
colleagues."*""”® The PNP hydrogel is crosslinked through
non-covalent reversible hydrophobic interactions between poly
(ethylene glycol)-b-poly(lactic acid) (PEG-PLA) nanoparticles
and hydroxypropyl methylcellulose derivatives (HPMC).'”°
Shear stress disrupts the crosslinking, enabling the hydrogels
to flow through syringes. The hydrophobic interaction reestab-
lishes rapidly once the shear stress is removed, allowing the
hydrogels to recover. Roth et al. designed PNP hydrogels
encapsulating OVA antigens and poly(I: C) adjuvants."*' By
altering the concentration of nanoparticles and HPMC, the
researchers produced PNP hydrogels with different yield stres-
ses. Antigens delivered with stronger hydrogels persisted at the
administration sites for over 28 days, with a retention half-life
of 7.7 days. Relative to bolus immunizations, sustained
antigen delivery enhanced GC B cell responses, especially
leading to elevated ratios of LZ to DZ B cells, suggesting
enhanced affinity selection activities. The improved GC
response naturally leads to high levels of antibody responses
induced by hydrogel vaccines."*"'”! The PNP platform has
also been used for the sustained delivery of other protein anti-
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gens, including influenza HA protein,"”> and SARS-CoV-2
receptor-binding domain (RBD).'”® Using imidazoquinoli-
none-conjugated PEG-PLA nanoparticles, the researchers
achieved a sustained delivery of small-molecule TLR7/8a adju-
vants, and enhanced antigen immunogenicity.'®”"'*® A similar
improvement was also achieved when delivering a self-
assembled multivalent RBD-functional nanoparticle (RBD-NP)
antigen using a PNP hydrogel.'”* These findings underscore
the effectiveness and versatility of PNP hydrogel-mediated sus-
tained vaccine delivery in generating robust, enduring, and
broad antibody responses.

Several other research teams have also explored different
types of hydrogel to sustain antigen release. Mueller et al
designed PEG hydrogel nanoparticles using particle replication
in nonwetting templates (PRINT) technology to control the
delivery of the conjugated protein antigens.'”>'”® PRINT par-
ticle-mediated antigen delivery rapidly accumulated within
dLNs in about 2 h, and persisted within dLNs and B cell fol-
licles for over 15 days. The rapid and persistent antigen deliv-
ery promoted T cell proliferation and enhanced antigen-
specific antibody titers to nearly 1000-fold higher relative to
protein antigen alone. Other particle/hydrogel hybrid systems
have also shown similar sustained antigen release and excel-
lent antibody responses.'””'’® Methacrylated (MA)-alginate
cryogels form porous structures by covalently crosslinking
around ice crystals, thus enabling the encapsulation of bio-
logics. Shih et al. further improved the design by incorporating
ionic crosslinkers to allow needle administration.”® The dual-
crosslinking cryogels showed improved mechanical properties
and prolonged protein release for over 15 days. Cryogel-
mediated antigen delivery improves antibody responses and
successfully prevented tumor growth in a prophylactic model.
Peptide and DNA-based hydrogels have also been developed to
achieve prolonged antigen delivery and showed enhanced anti-
body responses.'80182

Collectively, hydrogels show an excellent ability to sustain
antigen release and are suitable for a wide range of antigens
and adjuvants. The highly tunable chemical and physical pro-
perties allow for the modulation of cargo-release Kkinetics.
With new designs of hydrogel materials on the rise,'®*'%*
hydrogel-mediated antigen delivery shows significant potential
for improving vaccine effectiveness.

2.2.2.3. Slow vaccine administration. Extending the vaccine
administration schedule has recently been investigated for its
effect on B cell and antibody responses (Fig. 3D). Tam et al.
designed and compared several vaccination regimens for their
effectiveness in generating antibody responses.’*® They
showed that extended vaccine administration prolonged
antigen availability within follicles in mice, as compared with
the bolus immunizations. Among the extended delivery regi-
mens, exponentially increasing (exp-inc) dosing over 7 days
showed a greater improvement of antibody titer and neutraliz-
ation potential. Exp-inc administration also dramatically
improved many aspects of the B cell responses, including the
frequencies of GC B cells, plasma cells, and activated B cells.
Extended antigen delivery using embedded osmotic pumps
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(OP) in mice showed a similar improvement to exp-inc, con-
firming the advantages of slow antigen delivery in boosting B
cell immunity. Joyce et al. investigated extended-delivery strat-
egies using MN patches and demonstrated that this strategy is
broadly applicable for various antigens, including inactivated
polio, tetanus toxoid, influenza, and measles."®

Slow vaccine administration was similarly effective in
NHPs. Both OP-mediated slow antigen delivery and exp-inc
administration can induce a higher frequency of HIV-specific
B cells and GC Tth cells, along with elevated antibody titers
and broadened antibody diversity in NHP.'*® It was also shown
through BCR sequencing and single-cell sequencing that slow
delivery shifted the immune responses away from distracting
immunodominant antigens. Extending the duration of
priming immunization alone has shown a significant improve-
ment in B cell responses. Crotty and colleagues demonstrated
that slow priming immunizations promoted a higher number
of SHM mutations in GC B cells and diverged both memory B
cells and antibody responses away from focusing on immuno-
dominant epitopes.'®® Thus, this strategy can generate a
higher antibody titer and broader neutralization capability
against viral targets. These studies show that extended admin-
istration holds great promise in inducing therapeutic antibody
responses against challenging viral targets like HIV.

Sustained antigen delivery promotes the recruitment of
antigen-specific B cells and drives GC Tfh cell development.
These fundamental improvements on a cellular level signifi-
cantly enhance the quantity, quality and breadth of antibodies
elicited by immunization. Future innovations providing more
precise control over antigen release kinetics using platforms
that improve patient compliance will potentially translate
these exciting preclinical discoveries into clinical success.

2.2.3. Vaccine design for optimal T-B cell interactions. Tth
cells play a central role in B cell immunity regulation by provid-
ing essential survival signals through cytokines and CD40L
stimulation during GC reactions.”>®® Therefore, generating
robust Tth cell responses is critical for a vaccine to induce
strong antigen-specific antibody responses.'®” Carrier proteins,
such as Keyhole limpet hemocyanin,'®® have been traditionally
exploited to provide T cell help and thus improve the immuno-
genicity of weak antigens. Yet, the difficulty in precise control
over carrier protein conjugation complicates their clinical
applications. Biomaterial vaccine delivery platforms can over-
come these limitations through a precise control over structure
and molecular composition. Several biomaterial vaccine plat-
forms have recently been developed to promote T cell help for
B cell immune responses in various therapeutic applications
(Fig. 4).

Collier and coworkers designed a self-assembled vaccine
platform based on fibrillizing p-sheet peptides (acetyl-
QQKFQFQFEQQ-amide), namely Q11'%°'°* (Fig. 4A). Driven by
a mixture of electrostatic interaction, hydrogen bonding, and
n-n stacking of aromatic groups, Q11 peptides spontaneously
form a network of nanofibers in PBS solution. Modified with
appendant peptide antigens, the self-assembled Q11 nano-
fibers alone can raise high levels of antigen-specific antibody
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and T cell responses similar to, if not better than, adjuvant
emulsified antigens without inducing a significant inflamma-
tory reaction.'®™'°* The self-assembling feature of Q11 pep-
tides enabled the “mix-match” of B cell epitopes and T cell epi-
topes for vaccine design. Pompano et al. leveraged this modu-
larity feature and designed nanofiber vaccines carrying B cell
peptide epitopes against Staphylococcus aureus, E214 peptides,
and synthetic non-natural T cell peptide epitopes, PADRE'®*
(Fig. 4B). The co-assembled E214-Q11/PADRE-Q11 nanofibers
elicit E214-specific antibody responses, while separate injec-
tions of E214-Q11 nanofibers and PADRE-Q11 nanofibers
failed to elicit such antibody responses, suggesting that the co-
assembled nanofibers generated T cell help for B cell
responses. Importantly, the dosing of the PADRE epitope on
the Q11 nanofibers altered the effector phenotypes of the
induced PADRE-specific CD4+ T cells. The total number of
PADRE-specific CD4+ T cells, including Th1 (Tbet+) and Th2
(Gata3+) CD4+ T cells, showed a negative correlation with
PADRE concentrations, with the highest cell numbers at the
lowest tested PADRE concentration (0.005 mM). But the fre-
quency of PADRE-specific Tfh cells peaked at a relatively
higher formulation concentration, between 0.05-0.10 mM
(Fig. 4B). The level of Tfh cell responses also influenced the
antibody responses at the corresponding concentrations.'®
This observation is corroborated by the fact that Tfh cell differ-
entiation requires a higher strength of TCR signaling relative
to Th1 cell differentiation."® The self-assembling nature of
the peptide nanofiber vaccines thus facilitated the optimiz-
ation of T cell epitope dosing to improve B cell responses.

1992 | Biomater. Sci,, 2024, 12, 1981-2006

Guided by this design principle, Collier and colleagues
designed peptide nanofiber vaccines against several inflamma-
tory cytokines, including tumor necrosis factor (TNF) and
IL-17, by maximizing T cell help through T cell epitope dosing
titration."®>'°® The anti-cytokine antibody responses showed
therapeutic effects in both LPS-induced acute inflammation
and an imiquimod-induced psoriasis murine model. The
influence of T cell epitope dosing on B cells was also consist-
ently demonstrated when nanofiber vaccines were adminis-
tered through the mucosal route. Kelly et al. modified Q11
peptides with either PEG or proline-alanine-serine modifi-
cation to enable nanofibers to persist at the sublingual immu-
nization site and induce mucosal immune responses."®’
Through an optimization of T cell epitope dosing, the authors
maximized the antibody responses against three epitopes of
ion receptor proteins of uropathogenic Escherichia coli (UPEC)
after sublingual immunization.'”® Combined with STING and
TLR9 agonists, the nanofiber sublingual vaccination generated
protective pathogen-specific IgG and IgA within the urinary
tract and prevented transurethral UPEC infection without sig-
nificant disruption of the microbiome."”® These examples
illustrate the versatility and effectiveness of optimizing T cell
epitope dosing to improve B cell responses.

In addition to Tfh cells, vaccines induce other effector T
cells that can promote the therapeutic effectiveness of anti-
body-dependent vaccines. Utilizing the adjuvanting effect of
the complement protein, C3dg, Hainline et al. designed an
anti-TNF vaccine formed by Q11 nanofibers co-assembled with
C3dg bearing a beta-tail handle (ptail-C3dg)."***°° C3dg

This journal is © The Royal Society of Chemistry 2024
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co-assembled Q11 nanofibers were able to raise high-level
therapeutic antibodies against TNF and showed a protective
effect in imiquimod-induced psoriasis. Interestingly, this pro-
tection was found to be critically CD4+ T cell-dependent, as
CD4+ T cell depletion after immunization abolished the survi-
val benefit in the acute inflammation model, suggesting that
vaccine-induced T cell responses play a significant role in the
observed anti-inflammation protection.

Several other studies have also used similar co-assembling
strategies to improve CD4+ T cell responses for therapeutic
immunity. Files et al. designed self-adjuvanting a peptide
nanofiber vaccine based on f-sheet KFE8 peptides (FKFEFKFE)
carrying a Mycobacterium tuberculosis (Mtb)-specific CD4+ T
cell epitope, Ag85B.°" Following BCG primary immunizations,
booster immunizations with KFE8-Ag85B nanofibers and
KFE8-Ag85B nanofiber-pulsed DCs both elicited improved
Ag85B-specific lung tissue resident memory T (Trm) cell
responses, relative to primary immunization alone. Antigen-
specific cytokine secretions were also improved by booster
immunizations. However, the elevated CD4+ Trm responses
alone were unable to ameliorate the bacterial burden after Mtb
aerosol challenges, highlighting the need for crosstalk
between T cells and B cells for combating challenging
infections.

Collier and colleagues also designed another fibrillizing
alpha-helical peptide, Coil29 (QARILEADAEILR-
AYARILEAHAEILRAQ), that can generate T cell help for anti-
body responses.?*>72% The Coil29 nanofiber vaccine showed a
self-adjuvanting effect similar to the p-sheet peptide nano-
fibers mentioned above.?°? This strategy is notable for having
an exceptional ability to elicit antibody responses compared
with either Q11 nanofibers or other commercial adjuvants.
This superior humoral immunogenicity later contributed to
the induction of Coil29-specific Tfh cells by the Coil29 nano-
fiber vaccine.>*® Leveraging the strong immunogenicity and
self-assembling features of this platform, Collier and co-
workers designed Coil29-based cancer vaccines that simul-
taneously induced strong tumor antigen-specific antibody and
CD8+ T cell responses in an EGFRvIII-expressing murine mela-
noma model.’®® In both prophylactic and therapeutic tumor
models, the combination of cellular and humoral responses
outperformed either response alone in tumor inhibition, high-
lighting that tumor-specific antibodies can be leveraged to
synergize cytotoxic CD8+ T cells for tumor treatment.
Incorporating T cell checkpoint (aPD-L1) and phagocytosis
checkpoint (aCD47) blockade antibodies further improves the
antitumor therapeutic effect of the nanofiber vaccine. Other
applications of the peptide-based vaccine platform are outside
the scope of this manuscript, and readers are referred to other
comprehensive reviews on this topic of interest.>¢2%%

Another tested strategy to elicit T cell help for antibody
responses is to induce responses from pre-existing T cell popu-
lations for T cell help. Bachmann and colleagues designed
virus-like particles (CMVyy) by replacing the first 12 N-terminal
amino acids of the Cucumber Mosaic Virus (CMV) envelope
proteins with tetanus toxin (TT) T cell epitopes as a vaccine
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delivery platform, in order to leverage pre-existing TT-specific
T cells®>*® (Fig. 4C). Through chemical conjugation, CMVy can
be linked to antigens of interest and elicit TT-specific T cell
help to improve antigen-specific antibody responses. The team
utilized this platform and improved vaccine protection in
tetanus-immunized mice against three different antigens,
dimeric murine IL-17A, cat allergen, and p-amyloid antigen.
The therapeutic effects were abolished if the antigens were
delivered using unmodified CMV particles, suggesting CMVrr
indeed elicited pre-existing T cell responses for improved anti-
body responses.>*

Hills et al. engineered liposomal vaccine particles that dis-
played the malaria circumsporozoite (CSP) antigen and encap-
sulated either ovalbumin OVAj,; 330 Or murine cytomegalo-
virus (MCMV) m09,33_147 peptides to improve antibody protec-
tion against malaria®'® (Fig. 4D). Vaccines with CSP nano-
particles incorporating OVA;,3 339 peptides stimulated signifi-
cantly higher titers of CSP-specific antibodies in OVA-
immunized mice than PBS control mice, suggesting that OVA-
specific immunity improved antibody responses against CSP. A
similar improvement was also demonstrated when MCMV
chronically infected mice were immunized with CSP
(mO09133_147), further demonstrating the utility of pre-existing
immunity in vaccine-induced antibody responses. Wallis et al.
subsequently developed liposomal vaccine particles that dis-
played ErbB-2 and encapsulated OVAjzyz 339 peptides to
improve antibodies against the cancer surface protein ErbB-2,
also known as HER-2.>"*

Leveraging pre-existing T cells can accelerate GC formation
and amplify the magnitude of GC responses,**>'*> but the
expansion on antigen-specific B cells appears to be minimal in
other studies.'® Additionally, while the enhancement effect is
clearly T cell epitope dependent, the exact phenotype of the
effector T cells involved in this process remains unclear. It is
likely that circulating Tfh cells play a critical role in this
process as they sustain a memory-like phenotype and maintain
reprogramming plasticity.>"”>*! Memory T cells may also be
involved in this process.*?* Further clarification of the cellular
mechanisms during secondary exposure will accelerate the
development of biomaterial platforms to exploit specific pre-
existing immune cell populations for improved immune
responses.

2.2.4. Biomaterial engineered antigens. BCR engagement
drives B cell activation. BCR antigen affinity influences down-
stream signaling strength and the density of pMHCII com-
plexes on the cell surface during T-dependent responses,’”
while the crosslinking of many BCRs promotes enhanced B
cell activation and T cell-independent responses.*** BCR cross-
linking was also shown to compensate for a lack of T cell help
during GC B cell selection when Tfh cells are limited.***
Therefore, researchers have pursued the design of multivalent
antigens to promote BCR crosslinking, induce B cell activation,
and ultimately improve B cell responses (Fig. 5).

Kiessling and colleagues set to explore this concept by
designing polymer conjugates that display multiple copies of T
cell or B cell antigens®***?° (Fig. 5B). Polymer backbones were
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Fig. 5 Overview of antigen engineering strategies for B cell responses.
(A) Engagement of a single antigen induces limited B cell activation. (B—
D) Biomaterial-mediated multivalent antigen presentations promote B
cell activations. (B) Multivalent display of antigens along a polymer back-
bone.??> (C) Nanoparticle displays multiple B cell antigens on the par-
ticle surface® (D) Computationally designed self-assembled
enanoparticles.?2822° (E) B cell antigen modified with alum-binding pep-
tides carries alum adjuvant to antigen-specific B cells for enhanced
immunity.23

prepared through ring-opening metathesis polymerization
(ROMP) of a norbornene monomer with an N-hydroxy succini-
midyl (NHS) ester. The obtained polymers were subsequently
functionalized with 2,4-dinitrophenyl hapten (DNP) as B cell
antigens and OVAjjy3-3,9 T cell peptide antigens. High mole-
cular weight antigen-carrying polymers showed a superior
ability to stimulate T cell activation relative to low molecular
weight polymers during in vitro DO-11.10 T cell stimulation.
Multivalent polymer conjugate antigens are also more effective
at promoting B cell activation as compared with protein
alone.”*®> Moreover, both the degree of substitution of B cell
antigens on polymers and the molecular weight of polymers
positively impact the antigenicity in vivo. The 300-mer poly-
mers with 12% B cell antigen substitutions (the tested highest
substitution and molecular weight) showed the highest level of
antigen-specific IgG responses in mice. B cells stimulated by
this formulation were also the most potent in promoting T cell
activation.**®

Nanoparticles have also been used to display multiple
copies of antigens to improve B cell responses. One of the pio-
neering examples is ICMV liposomal nanoparticle
antigen''*"*? (Fig. 5C). The ICMV particles kinetically entrap
protein antigens within liposomes. The lipid layers were cross-
linked through dithiol and cations to improve the nanoparticle
stability. When administered with adjuvants, nanoparticle dis-
played and encapsulated antigens elicited nearly 10-fold
higher antibody responses compared with encapsulated anti-
gens.'™ This suggests that surface antigens are important for
B cell responses, potentially due to their BCR engagement
functions.
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King and coworkers developed Rosetta modeling software
and computationally designed protein assemblies.””” A two
component nanoparticle system assembled from trimers and
pentamers was selected for vaccine delivery, with the F glyco-
protein trimer (DS-Cavl) of Respiratory syncytial virus (RSV)
linked to the trimers**® (Fig. 5D). These multivalent nano-
particle antigens showed strong immunogenicity and pro-
moted higher quantities of GC B cells and Tfh cells relative to
each component alone, confirming that the multivalent
display of antigens boosts immune responses. Such a strategy
has also been successfully deployed for SARS-CoV-2 vaccine
design, with RBD replacing DS-Cavl on the trimer com-
ponent.”*® Immunizations with these particles in NHP elicited
antibodies with superior neutralizing capacity to antibodies in
human convalescent sera.

The optimal spacing between B cell antigens to promote
BCR crosslinking was recently determined using DNA origami
nanoassemblies.?*° Veneziano et al. treated Ramos B cells with
rigid DNA rod scaffolds that carried two eOD antigens at
various distances to determine the optimal antigen distance
for B cell activation. As the distance between the two antigens
increased from 1 nm, the calcium influx gradually improved,
indicating rising levels of B cell activation. Such activation
signals plateaued when the distance between the two antigens
reached 28 nm. When the B cells were treated with DNA nano-
particles displaying five antigens with controlled distances, the
calcium influx signals maximized at an antigen-space of
22 nm. This study exemplifies the precise control provided by
biomaterial design and revealed an important parameter for
multivalent antigen design.

Alum-binding antigens are another noteworthy strategy to
enhance B cell activation. Moyer et al. modified protein anti-
gens with a short peptide of repeating phosphoserine (pSer)
and enabled antigen retention by alum adjuvant**'(Fig. 5E).
Using fluorescently labeled eOD antigens, the researchers
demonstrated that the pSer modification improved antigen
persistence at the injection site when administered with alum.
Antigens carrying longer pSer peptides exhibited longer reten-
tion, stronger B cell activation, and higher antibody titers.
Alum-binding antigen can efficiently accumulate within B cell
follicles and, surprisingly, deliver alum crystals inside eOD-
binding B cells, indicating that alum-binding eOD antigens
are delivered in an alum-bound form in vivo. B cells that inter-
nalized alum salt upregulated genes associated with antigen
processing and presentations. Modification of MD39 antigens
with pSer, at the stem focused the antibody responses against
productive epitopes and significantly improved the elicitation
of neutralizing antibodies.

Collectively, these studies demonstrated that biomaterials
provide versatile control over antigen valency and antigen
immunogenicity for enhanced B cell activation. These antigen
modifications effectively promoted GC responses and ulti-
mately improved the quality and magnitude of antibody
responses. These design principles revealed by these studies
can instruct future biomaterial design for the generation of
potent B cell responses.
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2.2.5. B cell suppression. B cells regulate autoimmune con-
ditions, such as rheumatoid arthritis and multiple
sclerosis.>**> Pathogenic B cells drive disease progression

through autoantibodies, antigen presentation, or inflamma-
tory cytokines, while regulatory B cells, such as Bla cells and
plasma cells, suppress inflammation.*" The multifaceted role
of B cells in autoimmunity complicates the development of B
cell-targeted treatments. Additionally, the lack of strategies to
target pathogenic B cells undermines the therapeutic effect of
current treatment. Presently, the most prevalent B cell-targeted
treatment for autoimmunity is pan-B cell depletion by target-
ing receptors like CD19 and CD20.*"** This rather blunt strat-
egy not only leaves patients immunodeficient and susceptible
to infections, but also often only shows short-term effects.
Over 50% of patients relapse 24 months after receiving treat-
ments largely due to the variability in depletion efficacy and
the B cell immune memory.>*® Depletion treatment more
specifically targeting memory B cells and long-lived plasma
cells using anti-CD38 or anti-CD138 antibodies still faces
obstacles as the levels of surface antigens vary among B
cells.?**"23¢ To enhance the B cell suppressing effect and avoid
jeopardizing immune protection, several research teams have
developed biomaterial strategies to inhibit B cell activities in
an antigen-specific fashion and have demonstrated promising
results (Fig. 6).

CD22 (Siglec-2) and Siglec-G are members of sialic-acid
binding immunoglobulin-type lectin, serving as important B
cell inhibitory co-receptors.”*”**® CD22 specifically binds to
ligands carrying o2-6-linked sialic acids, while siglec-G binds
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to a2-3-linked sialic acids. Co-ligation of BCRs and CD22 or
Siglec-G downregulates BCRs, potentially leading to B cell
apoptosis. Because CD22 is more commonly expressed on tra-
ditional B cells and conserved between mice and humans, it is
an attractive therapeutic target for B cell inhibition.

Paulson and coworkers have carried out extensive research
in an effort to translate the inhibitory function of CD22 into
effective treatment. The researchers designed a library of syn-
thetic siglec ligands with C-9 biphenyl substitution on the sia-
loside glycans.?®® Through in vitro screening, the researchers
identified that the best ligand for mouse CD22 (mCD22) was
BPANeuGe-PAA and the best performing ligand for human
CD22 (hCD22) was "P°NeuAc.®*>*' By conjugating the syn-
thetic CD22 ligands along with antigens of therapeutic inter-
est, the team produced a series of siglec-engaging tolerance-
inducing antigenic liposomes (STAL) capable of inducing
antigen-specific tolerance in several therapeutic models>****
(Fig. 6A). B cell inhibition by STAL was initially demonstrated
in mice for both nitrophenol and hen egg lysozyme (HEL).
STAL-treated mice produced 100-fold lower IgG responses
when challenged with the corresponding antigens than
untreated mice.*** These B cell suppression effects of STAL
were absent in CD22-KO mice, confirming that the observed
antibody reduction was CD22-dependent. Additionally, HEL-
displaying STALs only induced tolerance toward HEL, but not
OVA antigens, indicating the antigen-specificity of STAL-
induced tolerance. The research team demonstrated the effec-
tiveness of STAL technology in several preclinical models for
allergy or autoimmunity. STAL effectively suppressed B cell
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Fig. 6 Overview of strategies to suppress antigen-specific B cells. (A) Siglec-engaging tolerance-inducing antigenic liposomes (STAL) display anti-
gens and synthetic siglec CD22L suppresses antigen-specific B cells by engaging inhibitory CD22 receptor and B cell receptor (BCR). (B) Helical
polyisocyanopeptide (PIC)?*! and PEGylated cationic liposome (PCL)?>2 display both antigens and glycan or peptide CD22L respectively to inhibit B
cell functions. (C) Soluble antigen array (SAgA) is designed based on hyaluronic acid (HA) polymers or 4-arm PEG polymers to deliver antigens,
myelin sheath peptide antigen (PLP) or insulin, with inhibitory peptide (LABL) for intercellular adhesion molecule-1 (ICAM-1) to inhibit B cell
activation.?542%8
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responses against peanut allergens Ah2, and reduced IgE pro-
duction and anaphylaxis in mice.?****” STAL nanoparticles
also induced B cell tolerance toward autoantigen cyclic citrulli-
nated peptides (CCP), and ameliorated the disease burden of
rheumatoid arthritis.**> STAL displaying glucose-6-phosphate
isomerase (GPI) antigen also showed a therapeutic effect in a
K/BxN mouse model that spontaneously develops joint inflam-
mation due to the production of GPl-specific autoanti-
bodies.>*® To further improve the therapeutic efficacy, the
team also designed rapamycin-encapsulating GPI-STAL nano-
particles to induce tolerogenic responses from both B and T
cells.”*®?%° This therapeutic strategy also alleviated the arthri-
tis symptoms in the K/BxN mouse model.>*°

The codelivery of antigens with CD22 ligands for B cell sup-
pression has also been achieved by other biomaterial designs.
Courtney et al. designed synthetic ROMP polymers carrying
both antigens and amine-substituted trisaccharides (Neu5Ac
«2,6 Gal p1,4 Glc) that functioned as ligands for CD22.>*° In
vitro treatment with the obtained polymers on B cells induced
CD22 phosphorylation and attenuated tyrosine phosphoryl-
ation, resulting in B cell inhibition. Kristyanto et al. delivered
the same CD22 ligands with CCP antigens in polyisocyanopep-
tides (PICs) that form stable helical filaments**" (Fig. 6B). PIC-
treatment inhibited auto-reactive B cells in an antigen-depen-
dent fashion. Qelliny et al. designed PEGylated cationic lipo-
somes (PCLs) that carried pDNA and gangliosides, another
ligand for CD22, to inhibit antibody responses against DNA
and PEG*** (Fig. 6B). Taken together, these studies demon-
strate that targeting the B cell inhibitory coreceptor CD22 can
achieve antigen-specific B cell suppression. It holds significant
promise in treating allergy and autoimmune disorders,
without compromising protective immunity.

Berkland and coworkers designed hyaluronic acid (HA)
polymers that carry both myelin sheath peptide antigen (PLP)
and intercellular adhesion molecule-1 (ICAM-1) inhibitory
peptide (LABL), namely soluble antigen array (SAgA)>>*>>*
(Fig. 6C). The co-delivery of antigens and inhibitory peptides
suppressed the autoreactive immunity against myelin proteins
and ameliorated the disease symptoms in murine experi-
mental autoimmune encephalomyelitis. Mechanistically, SAgA
treatment induced BCR clustering and tempered calcium flux,
and non-hydrolysable linkers between polymers and cargos
showed higher binding avidity.>>>*°® The research team also
utilized the SAgA strategy to deliver insulin and LABL to
induce insulin tolerance.””” SAgA treatment induced anergy
for insulin-binding B cells from nonobese diabetic (NOD)
mice, while insulin protein alone stimulated B cell activation.
The research team also explored four-arm PEG polymers for
soluble antigen delivery.>*®

Different from the pathogenic role that conventional B cells
played in autoimmunity, Bla cells play a therapeutic role in
autoimmunity by secreting regulatory cytokine IL-10 or by pro-
ducing protective low-affinity natural antibodies against anti-
gens, such as phosphocholine (PC).>* Curvino et al. designed
Q11 nanofiber vaccines with a multivalent display of PC anti-
gens (PCy-Q11) to stimulate Bla cells for the treatment of
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inflammation.?®* Intraperitoneal immunizations of PCy-Q11
promoted significant antigen uptake by Bla cells and elicited
PC-specific antibody responses. Strikingly, PCy-Q11 immuniz-
ations showed a protective effect in both acute and chronic
DSS-induced colitis. Sera collected from PCy-Q11 immunized
mice showed similar therapeutic benefits, indicating that the
observed protection against inflammation in part is driven by
PC-specific antibodies. This study demonstrated an effective
approach to induce B1a cells for treatment.

Collectively, these studies highlight the therapeutic poten-
tial of B cell-targeted therapy in treating autoimmunity,
allergy, and inflammation. Future strategies can potentially
benefit from targeting alternative inhibitory B cell co-recep-
tors. Regulatory T cells can also potentially synergize with B
cell-targeted therapy for the treatment of autoimmunity.

3. Outlook and conclusion

This review has discussed a number of biomaterial engineer-
ing strategies that regulate B cell immune responses through
controlling fundamental aspects of B cell immune responses,
including antigen trafficking, antigen presentation, antigen
retention and T-B cognate interaction. Yet, it remains challen-
ging to fully realize the therapeutic potential of B cells for the
treatment of various illnesses, including autoimmune con-
ditions,?® and cancers,” and infections by pathogens that are
difficult to develop vaccines against, such as HIV,>*
malaria,>®" and tuberculosis.”>® As new mechanistic insights
into these pathologies emerge, future biomaterial engineers
can accelerate the translation of these discoveries into novel
therapeutics.

B cells shape tumor microenvironments through cytokine
secretions, tumor-associated antibody production, and antigen
presentations to T cells.”?*> Tumor-infiltrated B cells can also
spontaneously organize into tertiary lymphoid structures
(TLSs) with T cells and positively contribute to
immunotherapies.'>'®1%263725 yet, engineering strategies to
harvest anti-tumor B cell immunity remain limited. Raising
tumor-specific antibodies through vaccination have only
showed limited efficacy, largely due to immunological escape
and lack of T cell involvement.?*®**” The aforementioned com-
binatory Coil29 vaccine, along with other combinatorial thera-
pies, demonstrated that inducing synergistic anti-tumor B cell
and CD8+ T cell responses is a promising approach to
enhance anti-tumor B cell immunity and to prevent immuno-
logical escape by promoting antigen spreading.>**?” Inducing
TLS formation within tumor tissue is another potential strat-
egy to leverage B cells for tumor treatment, because of the
strong association between the presence of TLS and favorable
clinical outcomes.>*® Hydrogel encapsulating a combination of
chemokines has been shown to promote the neogenesis of
lymphoid structures.>®® Recent innovations in biomaterial-
based sustained delivery platforms can potentially accelerate
the development of TLS-related therapeutics and uncover the
therapeutic mechanisms of TLS.

This journal is © The Royal Society of Chemistry 2024
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The holy grail of vaccine research is the elicitation of bnAbs
against the conserved viral antigens on rapidly mutating
pathogens such as HIV and influenza.>®® However, this is
inherently difficult for several reasons, including low frequen-
cies of bnAb-precursor B cells, the immunodominance of non-
neutralizing epitopes, and the extraordinarily high SHM rate
required for bnAbs.'*>*”° Prolonged and enhanced germinal
center reactions have an increased likelihood to recruit rare
bnAb-precursor B cells for GC reactions and promote bnAb-
driving mutations."**'*>'%¢ To this end, sustained release
using hydrogel delivery systems, MN patches, microparticles,
and slow administration have all demonstrated various levels
of effectiveness in promoting GC responses and improving
antibody quality and diversity.'**"*116>18¢  Glow vaccine
administration, in particular, achieved impressive bnAb-focus-
ing B cell responses. Future biomaterial engineering strategies
that achieve similarly extended antigen delivery kinetics using
a single administration can improve bnAb elicitation while
avoiding potential patient compliance issues. Individual
immune and infection histories also complicate the responses
to vaccination, and potentially negatively impact bnAb
responses.'®® Repeated nasal influenza immunizations in chil-
dren focused antibody responses against conserved antigens
and successfully induced bnAbs against influenza, suggesting
immunization in young populations can potentially circum-
vent the impact of immunological imprinting.?”* Therefore,
biomaterial engineers should also take the potential patient
populations into consideration when designing bnAb-inducing
vaccines.

Vaccine development against pathogenic bacteria is
another area that is receiving increased research attention.
Different from antibiotics that deplete the gut microbiota and
potentially drive antibiotic resistance, vaccination approaches
can specifically eliminate pathogenic bacterial strains without
negative impacts on the gut microbiome.*®® Future anti-bac-
terial vaccine research can greatly benefit from the identifi-
cation of pathogenic bacteria-specific antigen targets and strat-
egies to eliminate intracellular bacterial pathogens.>”*?7

Not only can biomaterials engineering design translate
immunological insights, but the spatial tempo control on both
the molecular and cellular levels provided by biomaterials plat-
forms can further deepen our fundamental understanding of
B cell immunology.>’* The 3D hydrogel coculture system for
GC B cells helped untangle the influence of individual mole-
cular factors on B cell responses and revealed epigenic factors
involved in GC B cell responses.””>2”® The ability to capture
GC B cell dynamics within this hydrogel system also enabled
the in vitro screening of glycoconjugate vaccines and signifi-
cantly accelerated the antigenicity evaluations as compared
with the animal immunization-based approach.?”” A B-cell
lymphoma in vitro model based on a similar strategy informed
the design of a novel combination therapy to attenuate treat-
ment resistance.*®° Hydrogel has also been incorporated into
microfluidic devices to assess B cell responses against vac-
cines.”®! These studies collectively showcased the potential of
biomaterials in facilitating B cell immunobiology and vaccine
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screening by serving as reductionist models for germinal
centers or disease tissues.

In this review, we have provided an overview of the current
understanding of B cell biology in the context of some recent
advances in biomaterial engineering strategies to modulate B
cell immunity from the past decade. New discoveries surround-
ing GC dynamics, neuroimmunology, the gut-brain axis, and
other advances have sparked intense research interest in the
field of B cell immunity. These newly unveiled cellular and
molecular insights not only provide a deeper understanding of
human biology, but also give rise to potential therapeutic
opportunities. Leveraging biomaterial engineering strategies
will undoubtedly continue to accelerate the translation of
these new B cell biology insights and improve therapeutics for
human health.
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