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Despite extensive research, the development of an effective malaria vaccine remains
elusive. The induction of robust and sustained T cell and antibody response by
vaccination is an urgent unmet need. Chimeric virus-like particles (VLPs) are a promising
vaccine platform. VLPs are composed of multiple subunit capsomeres which can
be rapidly produced in a cost-effective manner, but the ability of capsomeres to
induce antigen-specific cellular immune responses has not been thoroughly investigated.
Accordingly, we have compared chimeric VLPs and their sub-unit capsomeres for
capacity to induce CD8T and CD4* T cell and antibody responses. We produced
chimeric murine polyomavirus VLPs and capsomeres each incorporating defined CD8+
T cell, CD4* T cell or B cell repeat epitopes derived from Plasmodium yoeli CSP.
VLPs and capsomeres were evaluated using both homologous or heterologous DNA
prime/boost immunization regimens for T cell and antibody immunogenicity. Chimeric
VLP and capsomere vaccine platforms induced robust CD8™ T cell responses at similar
levels which was enhanced by a heterologous DNA prime. The capsomere platform was,
however, more efficient at inducing CD4™ T cell responses and less efficient at inducing
antigen-specific antibody responses. Our data suggest that capsomeres, which have
significant manufacturing advantages over VLPs, should be considered for diseases
where a T cell response is the desired outcome.

Keywords: malaria, vaccine, T cells, virus-like particle, capsomere, murine polyomavirus, chimeric,
Plasmodium yoelii
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INTRODUCTION

The annual mortality rate of malaria is currently estimated at
405,000 people of whom 67% are children under 5 years of
age (1). Eliminating the causative Plasmodium spp. parasite will
likely require an effective vaccine (2) but conventional sub-unit
vaccines strategies have thus far proved to be suboptimal. The
identification and development of vaccine delivery platforms
which induce long-lasting robust cellular and antibody immune
responses is a global health priority. A specific goal is a
vaccine against the pre-erythrocytic (sporozoite/liver) stage of
Plasmodium sporozoites which would prevent both the clinical
symptoms which develop during the blood stage, and the
transmission of the diseases which occurs during the sexual stage.

The most advanced malaria vaccine candidate, RTS,S (also
known as Mosquirix™), is a virus-like particle (VLP) comprising
multiple copies of the P. falciparum circumsporozoite protein
(PfCSP) B cell repeats and some CD41 and CD8™ T cell epitopes
fused with recombinant hepatitis B surface antigen (RTS) and
co-expressed with free hepatitis B surface antigen (S) (3), co-
administered with ASO1 adjuvant (4). However, although early
clinical studies showed some protective efficacy in the first
year after vaccination, it is now established that RTS,S induced
protection is low and wanes quickly (5, 6). Significant research
efforts have been directed at either improving the vaccine
platform, or incorporating additional antigens to broaden the
protective immune response. Additionally, ease and cost of
manufacturing is an important consideration.

VLPs are formed when recombinant viral structural proteins
assemble into a highly repetitive array which resembles the native
form of the virus. These units contain no genomic material so
are incapable of replication, but they are highly immunogenic
and particularly good at inducing antibody responses without
the need for additional adjuvants (7-9). VLP vaccines that have
been licensed include hepatitis B virus and human papillomavirus
where protection is mediated through neutralizing antibodies
(10, 11). In those VLPs, the entire structural protein comes
from the pathogen itself and their structure resembles the
cognate native virus targeted by the vaccine. However, instead,
a generic VLP independent of the pathogen target can be used
to produce a chimeric VLP with antigenic epitopes inserted into
regions of a flexible carrier virus, thereby making a vaccine
platform which can theoretically target any organism [reviewed
in (12-14)]. Chimeric VLPs have been shown to be effective at
inducing robust antibody responses (12-14), but their efficacy
in generating cellular responses has not been comprehensively
investigated. In vitro studies have shown that chimeric hamster
polyomavirus and SV40 VLPs incorporating T cell epitopes from
mucin 1 and influenza, respectively, can induce activation of
epitope-specific CD8™" T cells (15, 16). Further evidence of CD8"
T cell induction was reported using hamster polyomavirus in
a mouse study which demonstrated in vivo clonal proliferation
of transferred epitope-specific CD8' T cells, tumor growth
inhibition and protection from lymphocytic choriomeningitis
virus (17). We recently reported that immunization of mice
with murine polyomavirus incorporating defined T cell epitopes
derived from the P. yoelii CSP antigen (PyCSP) induced robust

CD8™ T cell responses as well as high antibody titres, but poor
CD4™" T cell responses (18).

Murine polyomavirus VLPs are generated when VP1
structural proteins form pentameric capsomeres (19) which
can then be chemically induced in vitro to self-assemble into
a highly repetitive VLP containing 72 capsomeres (7, 9, 20).
The crystal structure of the VP1 protein has been previously
described (21) as well as the predicted structures of chimeric
capsomeres and VLPs with the Group A Streptococcus J8 peptide
epitopes (7). The formation of VLPs from the subunit capsomere
components adds time and cost to vaccine production (22). Also,
the introduction of foreign epitopes could interfere with the
structural formation of the VLPs. These shortcomings could be
overcome if the chimeric capsomeres themselves were sufficiently
immunogenic so that the subsequent VLP production steps were
not required. To address this, our colleagues constructed a
truncated MuPy-VP1 which prevented the formation of VLPs,
and further modified the protein with the addition of multiple
epitope insertion sites to increase the resultant antigen to
vector ratio (8). These truncated capsomeres were, however, less
effective at inducing of antibody responses and required co-
administration with adjuvants (7, 8, 23) including nanoparticles
such as silica, poly (D,L-lactic-co-glycolic acid) (PLGA) and poly
caprolactone (PCL) (23, 24). In another study, it was shown that
antibody responses induced by capsomeres could be enhanced
to levels similar to those of VLPs without adjuvants, but this
required a 20-40 times increase in the capsomere dose (7, 25).
However, IFN-y cellular responses induced by capsomeres
were similar to those of VLPs, even at low doses in a HPV16
L1 model (25). Additionally, both HPV16 L1 VLPs and their
component capsomere induced robust cytotoxic CD8" T cell
responses which were capable of tumor regression in the absence
of adjuvants (26).

Herein, we extended those studies to comprehensively
compare chimeric murine polyomavirus VLP and capsomere

constructs incorporating defined CDsasofzss) (27) and
CD4EE9779) (28) T cell and B cell repeat epitopes (29) from PyCSP

for capacity to induce robust CD8' and CD4* T cell responses
and antibody responses. In addition, we evaluated the potential
benefit of co-administration of poly(I:C) adjuvant with VLPs,
and of including a heterologous DNA prime-boost regimen.

MATERIALS AND METHODS

Oligonucleotides, Peptides and Plasmid
DNA

For genomic insertion of epitopes into VLPs and
capsomeres, complementary  oligonucleotides  for the
PyCSP CD83jy 543 T cell (SYVPSAEQI), CD4dy ,4 T
cell (YNRNIVNRLLGDALNGKPEEK), and B cell repeat
(QGPGAPQGPGAP) peptide epitopes were codon-optimized
for E. coli expression then synthesized by GeneWorks
(Adelaide, Australia).

For peptide stimulation in T cell assays- PyCSP CD8g0—2838
(SYVPSAEQI), CD459_79 (YNRNIVNRLLGDALNGKPEEK)
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and B cell (QGPGAPQGPGAP) peptides were purchased from
Mimotopes Pty Ltd (Victoria, Australia).

For plasmid DNA immunizations, plasmid DNA encoding
full-length PyCSP (pVR2516) or empty vector without insert
(pVR1020; Vical Inc, CA, USA) were commercially purchased
from PureSyn Inc. (Malvern, PA, USA).

Plasmid Construction

The plasmid pGEX-4T-1 (GE Healthcare Biosciences, UK) with
the murine polyomavirus VP1 sequence (accession number
M34958) was obtained from the Protein Expression Facility
(PEF, University of Queensland). For the VLP platform, the VP1
sequence was modified by PEF by inserting an Afel restriction
enzyme site flanked with Glycines-Serine linker sequences at
position 293; this was designated pGEX-VP1-54-G4S (7). For the
capsomere platform, the VP1 sequence was truncated to remove
the first 28 and last 63 amino acids, and restriction enzyme sites
were inserted at positions 28, 85, 293, and 380; this construct
was designated VP1IANAC (8). Human codon-optimized PyCSP
CDgasofzss) and CD4Z;9779) T cell epitopes and the B cell repeat
epitope sequences were individually inserted into the Afel site
in pGEX-VP1-S4-G4S and into positions 28, 293 and 380 of
VP1ANAC using standard molecular biology techniques and
constructs were confirmed by Sanger sequencing.

Expression and Purification of Chimeric

Capsomeres and VLPs

Wild-type pGEX-VP1-§4-G4S and VP1ANAC, or the chimeric
constructs detailed above, were separately transformed into
chemically competent E. coli Rosetta DE3 pLysS bacteria
(Novagen, CA, USA). The GST-tagged VP1 proteins were
expressed by bacteria culture in Terrific Broth and expression
induced using 0.2 mM IPTG and purified as previously described
(7, 20). Briefly, filtered supernatant from sonicated bacteria
were purified using a 5ml GSTrap HP affinity column (GE
Healthcare, UK), then the GST tag cleaved using thrombin
(GE Healthcare UK). Capsomeres were then isolated by size-
exclusion chromatography using a Superdex 200 10/300 GL
column (GE Healthcare, UK). Endotoxin levels were reduced to
below 5 EU/ml using Vivapure Q maxi H ion exchange columns
(Sartorius Stedim, Gottingen, Germany) (7). VP1 capsomeres
were assembled into VLPs by dialysis against an assembly buffer
(7, 20) and then against PBS (7); VP1IANAC capsomeres were
dialyzed only against PBS (7). The characterization of VLPs
for this project has been previously reported (18). VLPs were
analyzed using asymmetric flow field-flow fractionation coupled
to multi-angle light scattering (AF4-MALS) and transmission
electron microscopy to assess size distribution as previously
described (30, 31).

Immunization of Mice

Female BALB/c mice (n = 5/group) aged 6-7 weeks (Animal
Resources Center, WA, Australia) were immunized three times
at 3-week intervals by (i) subcutaneous injection (s.c.) of pooled
VLPs or pooled capsomeres (pools comprising 10 pg of each
CDS8, CD4 and B cell chimeric construct) on the lower back near
the base of the tail; (ii) intramuscular injection (i.m.) of plasmid

DNA (100 pg) into the anterior tibialis; or (iii) s.c. injection of
pooled peptides (pools comprising 30 jLg of each CD8*, CD4*
or B cell peptide epitopes) on the lower back near the base of the
tail. Capsomeres and peptides were co-administered with 50 pg
of high molecular weight poly(I:C) adjuvant (Invivogen, USA);
and VLPs were administered with or without this adjuvant, in
parallel groups. Mice were immunized in both homologous and
heterologous prime/boost regimens involving two priming doses
of PyCSP plasmid DNA followed by a booster dose of capsomere,
VLP or peptide. Negative control groups included PBS, wild-type
capsomere with poly(I:C), or wild-type VLP with poly(I:C). The
positive control group received three doses of PyCSP plasmid
DNA. All murine experiments were approved by the QIMR
Berghofer MRI Animal Ethics Committee and were conducted
in accordance with the Australian Code of Practice for the Care
and Use of Animals for Scientific Purposes (2004).

Splenocyte Harvesting and in vitro

Stimulation

Ten days after the final immunization, spleens were harvested
and single cell suspensions generated by mechanical disruption
and red blood cell lysis. For ELISpot, cytometric bead array
(CBA) and intracellular cytokine staining (ICS) assays, 5 X
10° splenocytes were then co-incubated with 1.5 x 10> gamma
irradiated (16,666 cGy) mouse B cell lymphoma A20 cells
(ATCC TIB-208) which had been either DNA-transfected,
peptide-stimulated, or untreated. Transfections with plasmid
DNA encoding PyCSP (pVR2516) or empty vector (pVR1020)
was achieved using the AMAXA Nucleofector system (Lonza,
Switzerland) using Kit V and program C-25 with 5 x 10°
A20 cells per cuvette, following the manufacturer’s protocol.
Peptide stimulation with PyCSP CD8* (550_283) and CD4"
(59—79) T cell epitopes, or these peptides combined with the
B cell repeat epitope peptide. Cells were incubated in KD-
MEM media comprised of Dulbecco’s Modified Eagle’s Medium
(SAFC Global, USA) supplemented with folic acid (136 nM), L-
asparagine (32mM), L-arginine (67 mM), sodium bicarbonate
(24 mM), HEPES (10 mM), p-2-mercaptoethanol (5nM), L-
glutamine (1.5 mM), penicillin (100 Units/L), streptomycin (100
mg/L), and 10% fetal calf serum.

IFN-y ELISpot Assay

IFN-y ELISpot assays were conducted as previously described
(18, 32). Briefly, MSIPS4510 multiscreen ELISpot plate (Merck
Millipore, Germany) well were pre-coated with 10 pg/ml anti-
mouse IFN-y antibodies (BD Biosciences, USA), blocked
with  KD-MEM containing 10% FCS, and washed. Then
splenocyte/A20 cultures in quadruplicate were incubated at
37°C and 5% CO, for 40h. Wells were washed and stained
with 2g/ml biotinylated anti-mouse IFN-y antibodies (BD
Biosciences, USA), followed by 1 ug/ml streptavidin-HRP (BD
Biosciences, USA). The assay was developed using AEC
substrate (BD Biosciences, USA). Spots were counted using
the AID ELISpot reader system (Autoimmun Diagnostika
GmbH, Germany).
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Cytometric Bead Array

Splenocyte/A20 cultures were incubated at in 96-well U-bottom
plates in 200 pl of complete media at 37°C and 5% CO; for
72h. Culture supernatant was collected and stored at —80°C
prior to assay. Secreted IFN-y, TNF, IL-1p, IL-2, IL-4, IL-5, IL-
6, IL-10, IL-12p70, and IL-13 cytokines were analyzed using the
mouse cytometric bead array flex kit (BD Biosciences, USA)
following the manufacturer’s protocol. Samples were acquired
using a FACSArray instrument (BD Biosciences, USA) and data
analyzed using the CBA array software (BD Biosciences, USA).

Intracellular Cytokine Staining

Splenocyte/A20 cultures in 200 pl of complete media
supplemented with 0.1% Golgi Plug (BD Biosciences, USA)
in 96-well U-bottom plates were incubated for 6h at 37°C and
5% CO,. Cells were stained with PE-Cy7 labeled anti-CD8™" (53-
6.7) and BV510 labeled anti-CD4 (RM4.5) antibodies before
being fixed with 4% paraformaldehyde at room temperature
(RT) for 15min. Cells were then washed with permwash and
stained with APC-labeled anti-IFN-y (XMGI.2), PE-labeled
anti-IL-2 (JES6-5H4) and FITC-labeled anti-TNF-o (MP6-
XT22) antibodies diluted in Cytofix/Cytoperm (BD Biosciences,
USA). All antibodies were purchased from Biolegend with the
exception of anti-TNF-a which was purchased from eBioscience.
Flow cytometric analysis was performed on a Fortessa 4 (BD
Biosciences, USA). Post-acquisition data analysis was performed
using FlowJo software version 10 (Treestar, USA).

ELISA

Sera was collected from mice 14 days after immunizations 1 and
2, and 5 days after the final immunization. Nunc Maxisorp plates
(Thermo Fisher Scientific, USA) were coated overnight with
either PyCSP B cell repeat peptide linked to a polystyrene binding
tag (33) with a glycines spacer (34) (Mimotopes, Australia)
(5ng/ml) or PyCSP recombinant protein (1 pg/ml) diluted in
carbonate buffer. Wells were subsequently blocked with PBS
containing 2% BSA. Triplicate wells of 2-fold serially diluted
sera in PBS-BSA 0.1% were used for endpoint titrations, and
sera diluted 1:400 for isotype screening. For IgG responses, wells
were incubated with biotinylated donkey a-mouse IgG antibodies
(Jackson ImmunoResearch Laboratories, USA) diluted 1:20,000
in PBS-BSA 0.1%, followed by incubation with streptavidin-HRP
(BD Biosciences, USA) diluted 1:1,000 in PBS-BSA 0.1 and 0.2%
Tween20. For IgG isotype responses, wells were incubated with
HRP-conjugated goat anti-mouse IgGj, rabbit anti-mouse IgGa,,
goat anti-mouse IgG,,, or goat anti-mouse IgGs antibodies
(Invitrogen, USA) all diluted 1:3,000 in PBS-BSA 0.1 and
0.2% Tween20. Wells were developed with tetramethylbenzidine
(TMB) and stopped using TMB stop reagent (Sigma Aldrich,
USA). Absorbance was measured at 450 nm using a VersaMax
microplate reader (Molecular Devices, USA). Positivity was
defined as ODysq value >3 x standard deviations above the mean
blank (no serum) values.

Indirect Fluorescence Antibody Test (IFAT)
Sporozoite-specific antibodies were assayed by Indirect
fluorescence antibody test (IFAT) using a protocol modified

slightly from that previously described (35). Briefly,
cryopreserved P. yoelii 17XNL sporozoites (Sanaria Inc., MD,
USA) were centrifuged at 10,000 x g for 5min then resuspended
to 10° sporozoites per ml of Medium 199 (Life Technologies,
USA). Then, 10 pl was added to wells drawn on a microscope
slide using a Barrier Pap pen and air dried at RT before long-term
storage at —80°C. Prior to use, slides were thawed to RT in a
desiccator cabinet. Pooled sera from each immunization group
collected 5 days after the final immunization was diluted 1:400
in PBS with 2% BSA, then 10 pl was added to each well and
incubated at 37°C in a humid box. Wells were gently washed
with PBS then stained with 10 pl of FITC conjugated anti-mouse
IgG antibodies (BD Biosciences, USA), diluted 1:30 in filtered
PBS containing 0.005% Evans blue. Slides were incubated for
30 min in a humid chamber and then washed gently with PBS.
A cover slide was mounted over PBS with 10% glycerol and
slides viewed on an EVOS fluorescence microscope (Advanced
Microscopy Group, USA) at x400 magnification.

Statistical Analysis

Statistical analysis was performed using GraphPad Prism version
6.0 (GraphPad, CA, USA). Logarithmic transformed data
of groups were compared by one-way analysis of variance
(ANOVA) and Bonferroni’s multiple comparison test. Statistical
significance is reported as *p < 0.05, **p < 0.01, **p < 0.001,
and ****p < 0.0001.

RESULTS

Capsomere and VLP Construction

The genomic insertion of PyCSP peptide epitopes into the
murine polyomavirus VP1 protein for generation of VLPs (7)
or within the truncated VP1 proteins for capsomeres (8) was
confirmed by Sanger sequencing. Size exclusion chromatography
fractions post-GST cleavage showed the formation of capsomeres
as previously described (8), and these were subsequently used
for capsomere immunizations. The VLP forming proteins were
assembled in vitro and analyzed by AF4-MALS analysis, which
showed the mean radius of the chimeric VLPs [wild-type, 21.00
+ 1.27nm; CD8 VLPs, 20.51 + 0.67nm; CD4 VLPs, 21.07
+ 0.61nm; B cell VLPs, 20.85 + 0.67nm (mean radius =+
SD)] with minimal amounts of aggregation (18). Transmission
electron microscopy showed similar morphology between all
VLP groups (18).

Capsomeres Induce Similar CD8* T Cell
IFN-y Responses to VLPs

Significant antigen-specific IFN-y responses were induced by
homologous immunization with both capsomeres and VLP, when
compared to their respective negative control, as detected after
in vitro stimulation with PyCSP DNA transfected A20s or with
pooled PyCSP peptides (Figure 1A). The amount of detected
IFN-y was not significantly different between capsomeres or VLP
immunized groups (p > 0.05). The peptide immunizations also
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FIGURE 1 | IFN-y ELISpot responses induced by chimeric VLP or capsomere constructs. BALB/c mice (n = 5/group) received three immunizations with either (A)
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induced a robust IFN-y responses which was dominated by the
CD4 peptide stimulation.

Heterologous prime/boost immunization resulted in an ~5-
fold increase in IFN-y responses over the homologous regimens
for both capsomeres and VLPs (Figure 1B). When compared
to their homologous respective counterparts, the numbers of
IEN-y spot forming cells in the heterologous DNA prime/boost
immunized mice were increased significantly for capsomeres (p
< 0.001), VLPs and VLPs with poly(I:C) (p < 0.0001) when
stimulated with the whole PyCSP antigen transfected into A20
cells, and capsomeres (p < 0.01), VLPs and VLPs with poly(I:C)
(p < 0.0001) when stimulated in vitro with pooled peptides.
This increase in IFN-y responses was driven by the DNA
prime as evidenced by comparison of the responses to those of
DNA only immunized mice. Consistent with results from the
homologous immunization regimens, IFN-y responses induced
by capsomeres and VLPs in the heterologous DNA prime/boost
regimen were not significantly different.

To differentiate the responses observed with the pooled
peptide stimulation in vitro, we also stimulated with either PyCSP
CD8™ or CD4™ T cell peptides separately. That study showed
that both the capsomere and VLP induced IFN-y responses
were predominantly associated with the CD8" T cell peptide,
with no significant difference between the capsomere and VLP
immunized groups (Figures 1, 2). ICS was used to determine

whether the CD8" or CD4" T cells were responsible for the
production of IFN-y (Figure 3). For both PyCSP capsomere
and VLP immunized mice, IFN-y was predominantly produced
by CD8% T cells. Similarly, in the heterologous prime/boost
regimen, responses were directed against the CD8™ T cell epitope
and apparently driven by the DNA component with responses
similar to that induced by homologous DNA only immunization.

Capsomeres Induce More Robust CD4*+ T

Cell IFN-y Responses Than VLPs

Although capsomere and VLP platforms induced a very
similar profile of CD8T T cell responses, unexpectedly,
they differed in ability to induce antigen-specific CD4" T
cell responses. Specifically, homologous capsomeres induced
significantly higher IFN-y responses than VLPs with poly(I:C)
(p < 0.0001) when stimulated with the CD4™ T cell peptide
(Figure 1A). This trend was also evident in the CBA analysis
(Figure 2) and in the CD4™ T cell response detected by ICS
(Figure 3), although the responses did not reach the level of
significance. As observed for the CD8' T cell response, the
heterologous prime/boost was more effective than homologous
immunization in inducing robust responses to the CD4" T
cell epitope (Figures 1B, 2). With this heterologous regimen,
which included two priming doses of DNA, the vaccine-induced
CD4™" T cell response for capsomeres and VLPs were comparable
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FIGURE 2 | Cytometric bead array analysis of antigen-specific cytokine responses induced by immunization with chimeric VLPs or capsomeres. BALB/c mice (0 =
5/group) were immunized with either a homologous (no DNA prime) or heterologous (DNA prime-boost) regimen as described in the legend to Figure 1. Seven days
after the third immunization splenocytes were harvested and single cell suspensions stimulated with either the CD8* (2g0_28g), or CD4" (s5_79) T cell peptides or with
pooled peptides including both peptides plus the B cell repeat peptide and incubated for 72 h at 37°C and 5% CO,. Culture supernatant was assayed using a
cytometric bead array to quantify IFN-y, TNF, IL-2, and IL-6 cytokine levels. Data are displayed as mean pg/ml + SEM for each cytokine with statistical comparisons
made to the PBS control group with significance determined using one-way ANOVA followed by Bonferroni’s post-test. “o < 0.05, **p < 0.01, **p < 0.001,

and ***p < 0.0001.
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FIGURE 3 | Flow cytometry frequency of stimulated splenocyte CD8* and CD4* T cells expressing IFN-y and TNF post-immunization. BALB/c mice (n = 5/group)
received three immunizations with either homologous (No DNA prime) or a heterologous DNA prime-boost regimen (DNA prime) as described in Figure 1. Seven days
after the final immunization splenocytes were harvested and single-cell suspensions were stimulated in vitro by culturing them with irradiated A20 cells either
transfected with PyCSP plasmid DNA or pulsed with PyCSP CD8* and CD4* T cell and B cell repeat peptides and incubated in for 1 h before adding Golgi Plug
followed by a further 5 h incubation. Cells were stained for CD8 and CD4 receptors, then permeabilized and stained for IFN-y and TNF cytokines then assessed by
flow cytometry. The frequency of CD8 or CD4 positive cytokine-expressing cells are shown as the group mean + SEM (n = 5 mice/group) with CD8* and CD4* T
cells represented by solid black bars or open bars, respectively. Statistical comparisons made to the PBS control group with significance determined using one-way
ANOVA with Bonferroni’s post-test. *p < 0.05, **p < 0.01, **p < 0.001, and ***p < 0.0001.

and did not differ significantly from that of three doses of
PyCSP plasmid DNA alone. Nonetheless, the highest IFN-y
responses to the CD4™ T cell peptide were seen with homologous
immunization with pooled peptides with poly(I:C) showing
beneficial effects of the repeat peptide doses.

Multiplexed Cytokine Responses

A broader spectrum of cytokine responses, including TNE, IL-2,
and IL-6 as well as IFN-y, were quantified in culture supernatant
from in vitro immune assays using cytometric bead array
(CBA) (Figure 2). The IFN-y response profile was consistent
with that detected by ELISpot (Figure1). IFN-y responses
induced by capsomeres and VLPs were comparable and directed
predominantly against the CD8" T cell peptide, whereas the
CD4™" T cell peptide stimulated cytokine profile observed by
CBA was higher for capsomeres than for VLPs although these
differences were not significant.

Capsomeres did not induce a TNF response for either the
CD8™ or CD4" peptide, but significant TNF responses were
induced by VLP immunization and this was further increased by
poly(I:C) adjuvant; these responses were preferentially directed
against the CD8™ T cell peptide but were also significant for the
CD4™ T cell peptide epitopes (Figure 2).

Significant IL-6 responses were induced by both capsomere
and VLP groups with or without DNA priming, with a similar
profile for both CD8" and CD4™ T cell peptide epitopes.

In the peptide-immunized mice, responses for robust for [FN-
v, TNE and IL-6 cytokines were preferentially directed to the
CD4™" T cell peptide.

Negligible IL-2 levels were induced by any of the vaccine
platforms tested (capsomeres, VLPs, or peptide) as assessed by
ICS (data not shown) and CBA (Figure 2). The IL-1f, IL-4, IL-5,
IL-10, IL-12p70, and IL-13 cytokine responses detected by CBA
were also very low and no differences were identified between the
two platforms (data not shown).
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FIGURE 4 | PyCSP-specific antibody responses induced immunization with
chimeric VLPs or capsomeres. BALB/c mice (n = 5/group) were immunized
with DNA, VLP, capsomeres or peptides in a three-dose homologous regimen
or a heterologous DNA prime boost regimen as described in Figure 1. Sera
collected 14 days after each immunization and 5 days after the final
immunization were analyzed either individually or pooled, by ELISA using the

(Continued)

FIGURE 4 | PyCSP B cell repeat epitope linked to a polystyrene binding tag
(A-C,E) or PyCSP protein (D) as capture antigen. (A) B cell epitope-specific
endpoint total IgG antibody titres for individual mice with sera collected after
the final immunization. Data is shown as mean + SEM for each group. (B) B
cell epitope-specific endpoint total IgG antibody titres for pooled sera collected
following each immunization. (C) B cell epitope-specific IgG+, I9Gz2a, 19G2p,
and IgGs antibody isotype responses for pooled sera collected after the final
immunization. Data is shown as a cumulative OD4s0nm readout. (D) PyCSP
antigen-specific endpoint total IgG antibody titer for pooled sera collected after
the final immunization. (E) B cell epitope-specific IgG3 antibody responses for
individual mice with sera after the final immunization. Data are for individual
mice are shown as ODysp values with bars representing the group mean.
Inter-group significance was determined using one-way ANOVA followed by
Bonferroni’s post-test. *p < 0.05, **p < 0.01, ***p < 0.001, and ***p <
0.0001.

Capsomeres Were Less Efficient Than

VLPs at Inducing Antibody Responses

ELISA assays against the PST-PyCSP B cell repeat peptide and
PyCSP recombinant protein were performed using individual
and pooled mouse sera collected 14 days after doses 1 and
2; and 5 days after final immunization (Figure 4). Consistent
with previous studies, VLPs induced high anti-PyCSP B
cell repeat IgG titres which were increased with the co-
administration of poly(I:C) adjuvant (Figure 4A). Capsomeres
induced moderate titres but, importantly, these were significantly
less than VLPs with and without poly(I:C) (p < 0.01 and p
< 0.05, respectively). There was a trend to increased antibody
response with VLP administered with adjuvant compared to the
non-adjuvanted VLPs but this was not statistically significant.
However, the adjuvant effect was significant when VLPs were
administered with a DNA prime (p < 0.05) indicating that
with only a single VLP dose, the inclusion of adjuvant is
beneficial and this benefit becomes less important after multiple
doses (Figure4B). A priming dose of DNA appeared to
adversely affect the antibody induction, since responses in the
heterologous prime-boost regimen tended to have lower titres
than their homologous counterparts especially in the absence of
poly(I:C) (p < 0.01).

We assessed the anti-PyCSP B cell peptide total IgG
responses using pooled sera collected after each immunization
to determine the effect of the number of immunizations within
each regimen (Figure 4B). After each dose of VLPs, there was
a trend to increased antibody titres when poly(I:C) adjuvant
was co-administered.

Antibody isotypes contributing to the total IgG response
reported above were also delineated, using pooled sera collected
after the final immunization (Figure 4C). Immunizations with
capsomeres, VLPs and VLPs with poly(I:C) each induced robust
IgG; responses which were similar for all groups, and the
IgG2 response in the VLP-immunized mice was increased
when administered with poly (I:C). VLP immunizations induced
an IgGj; response which was absent in the capsomere-
immunized mice. Compared to other immunization regimens,
the homologous VLP immunization groups had higher levels
of IgGs but similar levels of IgG; indicating that the second
and third doses caused a shift in isotype responses toward an
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IgGs bias. IgGa, responses were increased with the inclusion of
poly(I:C) with the VLP but this was not present in the capsomere
with poly(I:C) immunized mice, indicating the difference was
platform specific. Moderate IgG,, responses were also present in
the DNA group and the heterologous DNA prime groups.

To confirm that the vaccine-induced antibodies had affinity
to the PyCSP protein, pooled sera collected after the final
immunization was assayed using ELISA against recombinant
protein (Figure 4D). The endpoint titres and profile were similar
to that reported above for the B cell peptide (Figure 4A).

To confirm that the IgGs response was consistent within
groups, an ELISA against the PyCSP B cell repeat peptide
was done using individual sera (1:400) collected after the
final immunization (Figure 4E). Each VLP immunization group
tested had significant amounts of IgGs which was absent in
chimeric capsomeres. The inclusion of poly(I:C) resulted in
increased levels of IgG; responses, and the homologous three-
dose regimen significantly increased levels as compared to the
heterologous prime/boost regimen (p < 0.001).

Antibody Recognition of Native Antigens
Importantly, antibodies induced by immunized with capsomeres
or VLPs with or without poly(I:C) adjuvant were able to
recognize P. yoelii 17XNL sporozoites, as evidenced by surface
staining in the homologous and heterologous immunization
regimens (Figure 5).

DISCUSSION

The Plasmodium sp. CSP is the leading antigen target for sub-
unit vaccines against malaria, and is the antigenic component of
the virus-like particle RTS,S which is the most advanced human
vaccine candidate against Plasmodium falciparum malaria. It
was, therefore, a logical choice for evaluation of novel vaccine
delivery platforms. We know that liver-stage protection from
sporozoite challenge can be achieved by either CD8' T cells
(27, 36, 37), CD4™ T cell (38, 39) or antibody responses (29, 40).
Thus, herein, we constructed chimeric VLPs and capsomeres
incorporating a CD8™ T cell epitope, CD4™ T cell epitope, or B
cell epitope derived from PyCSP in order to evaluate and compare
the ability of capsomeres and VLP vaccine platforms to induce
epitope-specific cellular and antibody responses.

Although the antibody-inducing capacity of chimeric murine
polyomavirus VLPs and capsomeres has been well-established
(7-9, 23), the ability of this vaccine platform to induce epitope-
specific T cell responses has not previously been comprehensively
evaluated. We set out to accomplish this. Our study established
that capsomeres and VLPs induced similar and significant levels
of antigen-specific IFN-y responses and these responses were
primarily directed against the immunodominant PyCSP CD8*
T cell epitope and produced by CD8™ T cells. This CD8™' T cell
IFN-y immune response is considered essential for protection
(39, 41). Moreover, responses were increased when DNA priming
was included as a heterologous regimen, as expected based on
previous studies (18, 42-44). Interestingly, however, while both
platforms were similar in capacity to induce an IFN-y response,
it was only the VLPs which evoked a TNF response, albeit at low

levels, suggesting that VLPs may be better than capsomeres at
inducing polyfunctional T cell responses.

In contrast to the comparability of the CD8™ T cell responses,
VLPs and their subunit capsomeres differed significantly in
capacity to induce CD4" T cell responses and antibody
responses. Unexpectedly, capsomeres proved to be the best
platform at inducing responses to the CD4" T cell epitope.
The target PyCSP CD4™" T cell epitope (59—79) was selected for
study because of its the ability to induce functional CD4™ T cell
populations of either Ty1 or Ty2 subsets associated with T cell
proliferation responses or help for antibody responses (28). In
our previous study, we could not detect any synergistic CD4™
T cell helper effect on antibody titres by co-administering a
chimeric CD4 VLP (in a VLP pool) with B cell VLPs (18). In the
current study, we were unable to show any CD4%" T cell helper
responses as both capsomeres and VLPs were only administered
in pools. We found that immunization with pooled peptides
adjuvanted with poly(I:C) induced the most robust responses,
however this is likely related to the dose of the target peptide
epitope, as the positive control peptide pools incorporated 30 g
of the CD4 peptide whereas the amount of epitope presented
in the chimeric capsomeres and VLPs was ~1.77 and 0.52 pg,
respectively, per dose. This may also explain why the capsomeres
were more effective than VLPs at inducing responses against
this peptide epitope as one of the benefits of capsomeres over
VLPs as a vaccine platform is the ability to present a higher
antigen load, and in our study capsomeres achieved a 3-fold
higher antigen dose than VLPs. It should be noted that the
antigen dose difference was the same for the CD8™ T cell peptide
epitope and we did not see similar increased immune responses
against that antigen target. The ability of capsomeres to induce
CD4™ T cell responses is an important advantage for vaccinology
since vaccine platforms that preferentially induce CD8' T cell
responses rather than antibody responses are often poor inducers
of CD4" T cell responses (45). The essential role of CD4™ T
cells for vaccine-induced protection against malaria has been
demonstrated in CD4™ T cell-depleted sporozoite-immunized
mice where an absence of CD4™" T cells resulted in reduced anti-
sporozoite antibodies, a reduced effector capacity of CD8" T
cells, loss of protective efficacy (46).

It is well-established that VLPs are very effective at inducing
antibody responses, perhaps due to their ability to cross-link B
cell surface receptors (25) acting in a T cell independent manner
(47, 48). Indeed, for all licensed VLP-based vaccines, protection is
thought to be mediated through neutralizing antibodies (10, 11).
Furthermore, studies using VLPs as well as their capsomere
components with adjuvants showed them to be strong inducers
of antibodies to inserted antigens (7-9, 23). Here, we have shown
that VLPs with and without adjuvant were significantly better
than capsomeres at inducing antigen-specific antibody responses,
and that inclusion of poly(I:C) adjuvant increased antibody
titres (49) with a skewed Ty1 isotype profile. Importantly, these
vaccine-induced antibodies were capable of recognizing the B
cell repeat peptide, as well as recombinant PyCSP protein, and
the parasite and IFAT showed antibody affinity to the surface
of sporozoites establishing that they could recognize the whole
parasite as well as the protein. The durability of the induced
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FIGURE 5 | IFAT detection of anti-sporozoite antibodies induced by immunization with chimeric VLPs or capsomeres. Mice (1 = 10/group) were immunized using a
three-dose regimen with either homologous VLPs, capsomeres or PyCSP plasmid DNA; or a heterologous regimen with two PyCSP plasmid DNA doses followed by
a single VLP or capsomere boost as described in Figure 1. Sera collected from mice 5 days after final immunization was pooled and assayed against P, yoelii 17XNL
sporozoite-coated slides (1:400 dilution). Slides were stained using FITC-conjugated anti-mouse total IgG and viewed on an EVOS fluorescence microscope at x1000
magnification. Scale bar represents 10 pwm.

antibodies and their protective capacity has yet to be established. There are many examples of enhanced immunogenicity
The value of anti-CSP antibodies has been shown by their ability ~ and protection with DNA prime-boost regimens using various
to sterilely protect mice against sporozoite challenge (29), and  antigen delivery systems encoding the same antigen or epitope
by observations that anti-CSP IgG concentration and avidity = (44, 55-58) including VLPs (59) as a boost immunogen.
contribute to RTS,S/ASO1E-mediated protection (50) with anti-  Consistent with those reports, our data shows that the
CSP antibodies estimated to prevent 32% of infections following  heterologous prime-boost regimen was better at inducing cellular
RTS,S immunizations (51). responses than a homologous immunization regimen, for both
An interesting observation from our study is that the IgGs  capsomere and VLP platforms. The gain in cellular responses
antibody isotype observed with VLP immunizations contrasts  observed by including a plasmid DNA prime was, however,
with results obtained using the same platform incorporating the ~ countered by a decrease in antibody titres. This is consistent
Group A Streptococcus J8 peptide, where IgG; was the dominant ~ with the known ability of plasmid DNA to preferentially prime
IgG isotype and no IgGs was detected (7). It appears, therefore, ~a CD8" T cell response and its poor ability to prime an antibody
that the development of IgG3 is associated with the target epitope  response (45).
presented in the VLP structure rather than with the VLP platform Chimeric capsomeres are a promising vaccine platform which
itself. We had previously observed that an IgG; response was  build on the established vaccine potential of VLPs, but are
induced by immunization with three doses of chimeric B cell  easier and cheaper to produce than VLPs (22), and can include
epitope VLPs alone (our unpublished data), establishing that  more antigenic insertion sites because there is no reliance on
the CD8" or CD4™ T cell chimeric VLPs were not responsible  structural VLP formation. Here, we show that capsomere and
for the subclass, as seen in other platforms (52). It is curious  VLP platforms induced similar levels of CD8" T cell responses
that the IgGs response was induced by immunization with  but the capsomeres were significantly better at inducing epitope-
VLPs but not capsomeres. IgG3 antibodies have previously been  specific CD4™" T cell responses than VLPs. This enhanced CD4 "
identified as important for protection against various pathogens T cell response may be of particular importance in the control
(53, 54) including Plasmodium spp. parasites (35, 40), and  of chronic viral infections (60), the maintenance of CD8" T
IgG; monoclonal antibodies raised against the PyCSP repeat  cells during prolonged viral infections (61) where CD4™" T cell
(QGPGAP) protected BALB/c mice from a P. yoelii 17XNL  help may be required for optimal CD81 T cell activity (62) or
sporozoite challenge (29). for CD8T T cell memory (63), or indeed for optimal responses
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against any pathogens where a CD4" T cell vaccine induced
response is required. On the other hand, since capsomeres have a
limited capacity to induce antibody responses, VLPs would be the
preferred platform for antibody mediated immunity. Given that
most licensed vaccines target the induction of antibody response
and the increasing interest at identifying vaccine platforms
capable of inducing robust T cell responses, our data have
important implications for the development of vaccines against
those pathogens that have thus far proved challenging.

DATA AVAILABILITY STATEMENT

The datasets generated for this study can be obtained from the
corresponding author upon reasonable request.

ETHICS STATEMENT

The animal study was reviewed and approved by QIMR
Berghofer Medical Research Institute Animal Ethics Committee.

AUTHOR CONTRIBUTIONS

DP, SA, DD, and AM contributed conception and design
of the study. DP, NW, TR-H, and AM contributed to

REFERENCES

1. WHO. World Malaria Report 2019. (2019) Geneva: World Health
Organization. Available online at: https://www.who.int/publications-detail/
world-malaria-report-2019 (accessed May 1, 2020).

2. Alonso PL, Ballou R, Brown G, Chitnis C, Loucq C, Moorthy V, et al.
A research agenda for malaria eradication: vaccines. PLoS Med. (2011)
8:1000398. doi: 10.1371/journal.pmed.1000398

3. Gordon DM, McGovern TW, Krzych U, Cohen JC,
I, Lachance R, et al. Safety, immunogenicity, and efficacy of a
recombinantly  produced  Plasmodium-falciparum  circumsporozoite-
protein hepatitis-b surface-antigen subunit vaccine. ] Infect Dis. (1995)
171:1576-85. doi: 10.1093/infdis/171.6.1576

4. Mian-McCarthy S, Agnandji ST, Lell B, Fernandes JE, Abossolo BP, Methogo
BGNO, et al. A phase 3 trial of RTS,S/AS01 malaria vaccine in African infants.
N Engl ] Med. (2012) 367:2284-95. doi: 10.1056/NEJMoa1208394

5. Tinto H, D’Alessandro U, Sorgho H, Valea I, Tahita MC, Kabore W, et
al. Efficacy and safety of RTS,S/ASO1 malaria vaccine with or without
a booster dose in infants and children in Africa: final results of a
phase 3, individually randomised, controlled trial. Lancet. (2015) 386:31-
45. doi: 10.1016/S0140-6736(15)60721-8

6. Olotu A, Fegan G, Wambua J, Nyangweso G, Leach A, Lievens M, et al. Seven-
year efficacy of RTS,S/AS01 malaria vaccine among young African children. N
Engl ] Med. (2016) 374:2519-29. doi: 10.1056/NEJMoal515257

7. Middelberg AP, Rivera-Hernandez T, Wibowo N, Lua LH, Fan

Schneider

Y, Magor G, et al. A microbial platform for rapid and low-
cost virus-like particle and capsomere vaccines. Vaccine. (2011)
29:7154-62. doi: 10.1016/j.vaccine.2011.05.075

8. Wibowo N, Chuan YP, Lua LHL, Middelberg APJ. Modular

engineering of a microbially-produced viral capsomere vaccine for
influenza. Chem Eng Sci. (2012) 103:12-20. doi: 10.1016/j.ces.2012.0
4.001

9. Rivera-Hernandez T, Hartas J, Wu Y, Chuan YP, Lua LH, Good
M, et al. Self-adjuvanting modular virus-like particles for mucosal
vaccination against group A streptococcus (GAS). Vaccine. (2013) 31:1950-
5. doi: 10.1016/j.vaccine.2013.02.013

construction of virus-like particles and capsomeres. DP, SA,
and PG conducted the mouse experiments. DP performed the
statistical analysis. DP and DD wrote the manuscript. All authors
contributed to manuscript revision, have read, and approved the
submitted version.

FUNDING

This research was funded by the National Health and Medical
Research Council (NHMRC) Program grant #1037304 and
by an Australian Infectious Diseases UQ-QIMR Seed funding
grant. DD was supported by a NHMRC Principal Research
Fellowship #1023636. DP was supported by an Australian
Postgraduate Award.

ACKNOWLEDGMENTS

The authors thank Professor Linda Lua from the
Protein Expression Facility (University of Queensland,
Australia) for the plasmid containing the MuPyV-
VP1 protein and Dr. Stephen Hoffman and colleagues
(Sanaria Inc, Rockville, MD, USA) for providing
cryopreserved sporozoites.

Stanley M, Lowy DR, Frazer L
vaccines:  underlying ~ mechanisms.
3):106-13. doi: 10.1016/j.vaccine.2006.05.110

. Michel ML, Tiollais P. Hepatitis B vaccines: protective efficacy and therapeutic
potential. Pathol Biol. (2010) 58:288-95. doi: 10.1016/j.patbio.2010.01.006
Chackerian B. Virus-like particles: flexible platforms for vaccine development.
Expert Rev Vaccines. (2007) 6:381-90. doi: 10.1586/14760584.6.3.381

Roldao A, Mellado MCM, Castilho LR, Carrondo MJT, Alves PM. Virus-
like particles in vaccine development. Expert Rev Vaccines. (2010) 9:1149-
76. doi: 10.1586/erv.10.115

Kushnir N, Streatfield SJ, Yusibov V. Virus-like particles
highly efficient vaccine platform: diversity of targets and production
systems and advances in clinical development. (2012)
31:58-83. doi: 10.1016/j.vaccine.2012.10.083

. Dorn DC, Lawatscheck R, Zvirbliene A, Aleksaite E, Pecher G, Sasnauskas
K, et al. Cellular and humoral immunogenicity of hamster polyomavirus-
derived virus-like particles harboring a mucin 1 cytotoxic T-cell epitope. Viral
Immunol. (2008) 21:12-26. doi: 10.1089/vim.2007.0085

Kawano M, Morikawa K, Suda T, Ohno N, Matsushita S, Akatsuka T, et al.
Chimeric SV40 virus-like particles induce specific cytotoxicity and protective
immunity against influenza A virus without the need of adjuvants. Virology.
(2014) 448:159-67. doi: 10.1016/j.virol.2013.10.010

Mazeike E, Gedvilaite A, Blohm U. Induction of insert-specific immune
response in mice by hamster polyomavirus VP1 derived virus-like
particles carrying LCMV GP33 CTL epitope. Virus Res. (2012) 163:2-
10. doi: 10.1016/j.virusres.2011.08.003

Pattinson DJ, Apte SH, Wibowo N, Chuan YP, Rivera-Hernandez T,
Groves PL, et al. Chimeric murine polyomavirus virus-like particles induce
Plasmodium antigen-specific CD8+ T cell and antibody responses. Front Cell
Infect Microbiol. (2019) 9:215. doi: 10.3389/fcimb.2019.00215

Salunke DM, Caspar DL, Garcea RL. Self-assembly of purified
polyomavirus  capsid  protein ~ VPL.  Cell (1986)  46:895-
904. doi: 10.1016/0092-8674(86)90071-1

Chuan YP, Lua LH, Middelberg AP. High-level expression of soluble
viral structural protein in Escherichia coli. ] Biotechnol. (2008) 134:64-
71. doi: 10.1016/j.jbiotec.2007.12.004

Chapter 12:
Vaccine.

prophylactic HPV
(2006)  24(Suppl.

as a

Vaccine.

20.

Frontiers in Immunology | www.frontiersin.org

11

September 2020 | Volume 11 | Article 564627


https://www.who.int/publications-detail/world-malaria-report-2019
https://www.who.int/publications-detail/world-malaria-report-2019
https://doi.org/10.1371/journal.pmed.1000398
https://doi.org/10.1093/infdis/171.6.1576
https://doi.org/10.1056/NEJMoa1208394
https://doi.org/10.1016/S0140-6736(15)60721-8
https://doi.org/10.1056/NEJMoa1515257
https://doi.org/10.1016/j.vaccine.2011.05.075
https://doi.org/10.1016/j.ces.2012.04.001
https://doi.org/10.1016/j.vaccine.2013.02.013
https://doi.org/10.1016/j.vaccine.2006.05.110
https://doi.org/10.1016/j.patbio.2010.01.006
https://doi.org/10.1586/14760584.6.3.381
https://doi.org/10.1586/erv.10.115
https://doi.org/10.1016/j.vaccine.2012.10.083
https://doi.org/10.1089/vim.2007.0085
https://doi.org/10.1016/j.virol.2013.10.010
https://doi.org/10.1016/j.virusres.2011.08.003
https://doi.org/10.3389/fcimb.2019.00215
https://doi.org/10.1016/0092-8674(86)90071-1
https://doi.org/10.1016/j.jbiotec.2007.12.004
https://www.frontiersin.org/journals/immunology
https://www.frontiersin.org
https://www.frontiersin.org/journals/immunology#articles

Pattinson et al.

Capsomere and VLP Induced Immunogenicity

21.

22.

23.

24.

25.

26.

27.

28.

29.

30.

31.

32.

33.

34.

35.

36.

37.

38.

Stehle T, Harrison SC. Crystal structures of murine polyomavirus in complex
with straight-chain and branched-chain sialyloligosaccharide receptor
fragments. Structure. (1996) 4:183-94. doi: 10.1016/S0969-2126(96)00021-4
Chuan YP, Wibowo N, Lua LHL, Middelberg AP]. The economics of
virus-like particle and capsomere vaccines. Biochem Eng ]. (2014) 90:255-
63. doi: 10.1016/j.bej.2014.06.005

Wibowo N, Chuan YP, Seth A, Cordoba Y, Lua LH, Middelberg AP.
Co-administration of non-carrier nanoparticles boosts antigen immune
response without requiring protein conjugation. Vaccine. (2014) 32:3664-
9. doi: 10.1016/j.vaccine.2014.04.043

Seth A, Ritchie FK, Wibowo N, Lua LHL, Middelberg APJ. Non-carrier
nanoparticles adjuvant modular protein vaccine in a particle-dependent
manner. PLoS ONE. (2015) 10:e0117203. doi: 10.1371/journal.pone.0117203
Thoenes N, Herreiner A, Schaedlich L, Piuko K, Mueller M. A
direct comparison of human papillomavirus type 16 L1 particles
reveals a lower immunogenicity of capsomeres than viruslike particles
with respect to the induced antibody response. ] Virol. (2008)
82:5472-85. doi: 10.1128/JV1.02482-07

Ohlschlager P, Osen W, Dell K, Faath S, Garcea RL, Jochmus I, et al.
Human papillomavirus type 16 L1 capsomeres induce L1-specific cytotoxic T
lymphocytes and tumor regression in C57BL/6 mice. ] Virol. (2003) 77:4635-
45. doi: 10.1128/JV1.77.8.4635-4645.2003

Weiss WR, Berzofsky JA, Houghten RA, Sedegah M, Hollindale M, Hoffman
SL. A T-cell clone directed at the circumsporozoite protein which protects
mice against both Plasmodium-yoelii and Plasmodium-berghei. ] Immunol.
(1992) 149:2103-9.

Grillot D, Michel M, Muller I, Tougne C, Renia L, Mazier D, et al.
Immune responses to defined epitopes of the circumsporozoite protein of the
murine malaria parasite, Plasmodium yoelii. Eur ] Immunol. (1990) 20:1215-
22. doi: 10.1002/¢ji.1830200604

Charoenvit Y, Mellouk S, Cole C, Bechara R, Leef ME, Sedegah M, et al.
Monoclonal, but not polyclonal, antibodies protect against Plasmodium-yoelii
sporozoites. ] Immunol. (1991) 146:1020-5.

Chuan YP, Fan YY, Lua L, Middelberg AP. Quantitative analysis of virus-like
particle size and distribution by field-flow fractionation. Biotechnol Bioeng.
(2008) 99:1425-33. doi: 10.1002/bit.21710

Lipin DI, Lua LH, Middelberg AP. Quaternary size distribution of soluble
aggregates of glutathione-S-transferase-purified viral protein as determined
by asymmetrical flow field flow fractionation and dynamic light scattering. J
Chromatogr A. (2008) 1190:204-14. doi: 10.1016/j.chroma.2008.03.032
Schussek S, Trieu A, Apte SH, Sidney ], Sette A, Doolan DL. Novel
Plasmodium antigens identified via genome-based antibody screen induce
protection associated with polyfunctional T cell responses. Sci Rep. (2017)
7:15053. doi: 10.1038/541598-017-15354-0

Kumada Y, Kuroki D, Yasui H, Ohse T, Kishimoto M. Characterization of
polystyrene-binding peptides (PS-tags) for site-specific immobilization of
proteins. J Biosci Bioeng. (2010) 109:583-7. doi: 10.1016/j.jbiosc.2009.11.005
Kogot JM, Sarkes DA, Val-Addo I, Pellegrino PM, Stratis-Cullum DN.
Increased affinity and solubility of peptides used for direct peptide
ELISA on polystyrene surfaces through fusion with a polystyrene-
binding peptide tag. Biotechniques. (2012) 52:95-102. doi: 10.2144/00011
3810

Charoenvit Y, Leef MEFE Yuan LF Sedegah M, Beaudoin RL.
Characterization of Plasmodium-yoelii monoclonal-antibodies directed
against stage-specific sporozoite antigens. Infect Immunity. (1987)
55:604-8. doi: 10.1128/1A1.55.3.604-608.1987

Weiss WR, Sedegah M, Beaudoin RL, Miller LH, Good MF. CD8+ T
cells (cytotoxic/suppressors) are required for protection in mice immunized
with malaria sporozoites. Proc Natl Acad Sci USA. (1988) 85:573—
6. doi: 10.1073/pnas.85.2.573

Weiss WR, Mellouk S, Houghten RA, Sedegah M, Kumar S, Good MFE
et al. Cytotoxic T cells recognize a peptide from the circumsporozoite
protein on malaria-infected hepatocytes. J Exp Med. (1990) 171:763-
73. doi: 10.1084/jem.171.3.763

Tsuji M, Romero P, Nussenzweig RS, Zavala F. CD4+ cytolytic T cell clone
confers protection against murine malaria. ] Exp Med. (1990) 172:1353-
7. doi: 10.1084/jem.172.5.1353

39.

41.

42.

43.

44,

45.

46.

47.

48.

49.

50.

51.

52.

53.

54.

55.

56.

57.

Doolan DL, Hoffman SL. The complexity of protective immunity
against  liver-stage  malaria. ]  Immunol.  (2000)  165:1453-
62. doi: 10.4049/jimmunol.165.3.1453

. Majarian WR, Daly TM, Weidanz WP, Long CA. Passive immunization

against murine malaria with an IgG3 monoclonal antibody. J Immunol.
(1984) 132:3131-7.

Doolan DL, Sedegah M, Hedstrom RC, Hobart P, Charoenvit Y, Hoffman
SL. Circumventing genetic restriction of protection against malaria with
multigene DNA immunization: CD8(+) T cell-, interferon gamma-,
and nitric oxide-dependent immunity. | Exp Med. (1996) 183:1739-
46. doi: 10.1084/jem.183.4.1739

Doolan DL, Hoffman SL. DNA-based vaccines against malaria: status and
promise of the multi-stage malaria DNA vaccine operation. Int J Parasitol.
(2001) 31:753-62. doi: 10.1016/S0020-7519(01)00184-9

Moore AC, Hill AVS. Progress in DNA-based heterologous prime-boost
immunization strategies for malaria. Immunol Rev. (2004) 199:126-
43. doi: 10.1111/§.0105-2896.2004.00138.x

Hill AVS, Reyes-Sandoval A, O'Hara G, Ewer K, Lawrie A, Goodman A, et
al. Prime-boost vectored malaria vaccines: progress and prospects. Human
Vaccines. (2010) 6:78-83. doi: 10.4161/hv.6.1.10116

Wang RB, Doolan DL, Le TP, Hedstrom RC, Coonan KM, Charoenvit YP, et al.
Induction of antigen-specific cytotoxic T lymphocytes in humans by a malaria
DNA vaccine. Science. (1998) 282:476-80. doi: 10.1126/science.282.5388.476

Weiss WR, Sedegah M, Berzofsky JA, Hoffman SL. The role of CD4+ T cells
in immunity to malaria sporozoites. ] Immunol. (1993) 151:2690-8.

Snapper CM, Mond JJ. Towards a comprehensive view of
immunoglobulin  class switching. Immunol Today. (1993) 14:15-
7. doi: 10.1016/0167-5699(93)90318-F

Szomolanyi-Tsuda E, Welsh RM. T-cell-independent  antiviral
antibody  responses.  Curr  Opin  Immunol. (1998) 10:431-

5. doi: 10.1016/50952-7915(98)80117-9

Visciano ML, Tagliamonte M, Tornesello ML, Buonaguro FM, Buonaguro L.
Effects of adjuvants on IgG subclasses elicited by virus-like particles. J Transl
Med. (2012) 10:4. doi: 10.1186/1479-5876-10-4

Dobano C, Sanz H, Sorgho H, Dosoo D, Mpina M, Ubillos I, et al.
Concentration and avidity of antibodies to different circumsporozoite
epitopes correlate with RTS,S/ASO1E malaria vaccine efficacy. Nat Commun.
(2019) 10:2174-4. doi: 10.1038/s41467-019-10195-z

White MT, Bejon P, Olotu A, Griffin JT, Riley EM, Kester KE, et al.
The relationship between RTS,S vaccine-induced antibodies, CD4(+) T cell
responses and protection against Plasmodium falciparum infection. PLoS
ONE. (2013) 8:¢61395. doi: 10.1371/journal.pone.0061395

Ahlborg N, Ling IT, Holder AA, Riley EM. Linkage of exogenous T-cell
epitopes to the 19-kilodalton region of Plasmodium yoelii merozoite surface
protein 1 (MSP1(19)) can enhance protective immunity against malaria
and modulate the immunoglobulin subclass response to MSP1(19). Infect
Immunity. (2000) 68:2102-9. doi: 10.1128/IAI1.68.4.2102-2109.2000

Briles DE, Claflin JL, Schroer K, Forman C. Mouse IgG3 antibodies are highly
protective against infection with streptococcus-pneumoniae. Nature. (1981)
294:88-90. doi: 10.1038/294088a0

Hovenden M, Hubbard MA, AuCoin DP, Thorkildson P, Reed DE,
Welch WH, et al. IgG subclass and heavy chain domains contribute
to binding and protection by mAbs to the poly gamma-D-glutamic
acid capsular antigen of Bacillus anthracis. PLoS Pathog. (2013)
9:¢1003306. doi: 10.1371/journal.ppat.1003306

Kent SJ, Zhao A, Best SJ, Chandler JD, Boyle DB, Ramshaw IA. Enhanced T-
cell immunogenicity and protective efficacy of a human immunodeficiency
virus type 1 vaccine regimen consisting of consecutive priming with DNA
and boosting with recombinant fowlpox virus. J Virol. (1998) 72:10180-
8. doi: 10.1128/JV1.72.12.10180-10188.1998

Hanke T, Samuel RV, Blanchard T], Neumann VC, Allen TM, Boyson JE, et
al. Effective induction of simian immunodeficiency virus-specific cytotoxic
T lymphocytes in macaques by using a multiepitope gene and DNA prime-
modified vaccinia virus Ankara boost vaccination regimen. J. Virol. (1999)
73:7524-32. doi: 10.1128/JV1.73.9.7524-7532.1999

Vuola JM, Keating S, Webster DP, Berthoud T, Dunachie S, Gilbert SC, et
al. Differential immunogenicity of various heterologous prime-boost vaccine

Frontiers in Immunology | www.frontiersin.org

September 2020 | Volume 11 | Article 564627


https://doi.org/10.1016/S0969-2126(96)00021-4
https://doi.org/10.1016/j.bej.2014.06.005
https://doi.org/10.1016/j.vaccine.2014.04.043
https://doi.org/10.1371/journal.pone.0117203
https://doi.org/10.1128/JVI.02482-07
https://doi.org/10.1128/JVI.77.8.4635-4645.2003
https://doi.org/10.1002/eji.1830200604
https://doi.org/10.1002/bit.21710
https://doi.org/10.1016/j.chroma.2008.03.032
https://doi.org/10.1038/s41598-017-15354-0
https://doi.org/10.1016/j.jbiosc.2009.11.005
https://doi.org/10.2144/000113810
https://doi.org/10.1128/IAI.55.3.604-608.1987
https://doi.org/10.1073/pnas.85.2.573
https://doi.org/10.1084/jem.171.3.763
https://doi.org/10.1084/jem.172.5.1353
https://doi.org/10.4049/jimmunol.165.3.1453
https://doi.org/10.1084/jem.183.4.1739
https://doi.org/10.1016/S0020-7519(01)00184-9
https://doi.org/10.1111/j.0105-2896.2004.00138.x
https://doi.org/10.4161/hv.6.1.10116
https://doi.org/10.1126/science.282.5388.476
https://doi.org/10.1016/0167-5699(93)90318-F
https://doi.org/10.1016/S0952-7915(98)80117-9
https://doi.org/10.1186/1479-5876-10-4
https://doi.org/10.1038/s41467-019-10195-z
https://doi.org/10.1371/journal.pone.0061395
https://doi.org/10.1128/IAI.68.4.2102-2109.2000
https://doi.org/10.1038/294088a0
https://doi.org/10.1371/journal.ppat.1003306
https://doi.org/10.1128/JVI.72.12.10180-10188.1998
https://doi.org/10.1128/JVI.73.9.7524-7532.1999
https://www.frontiersin.org/journals/immunology
https://www.frontiersin.org
https://www.frontiersin.org/journals/immunology#articles

Pattinson et al.

Capsomere and VLP Induced Immunogenicity

58.

59.

60.

61.

regimens using DNA and viral vectors in healthy volunteers. J Immunol.
(2005) 174:449-55. doi: 10.4049/jimmunol.174.1.449

Miao J, Li X, Liu ZX, Xue CE Bujard H, Cui LW. Immune responses
in mice induced by prime-boost schemes of the Plasmodium falciparum
apical membrane antigen 1 (PfAMAIl)-based DNA, protein and
recombinant modified vaccinia Ankara (2006)
24:6187-98. doi: 10.1016/j.vaccine.2006.05.099

Ding H, Tsai C, Gutierrez RA, Zhou E, Buchy P, Deubel V, et al. Superior
neutralizing antibody response and protection in mice vaccinated with
heterologous DNA prime and virus like particle boost against HPAI H5N1
virus. PLoS ONE. (2011) 6:e16563. doi: 10.1371/journal.pone.0016563
Aubert RD, Kamphorst AO, Sarkar S, Vezys V, Ha SJ], Barber DL, et al.
Antigen-specific CD4 T-cell help rescues exhausted CD8T cells during
chronic viral infection. Proce Natl Acad Sci USA. (2011) 108:21182-
7. doi: 10.1073/pnas.1118450109

Thomsen AR, Johansen ], Marker O, Christensen JP. Exhaustion of CTL
memory and recrudescence of viremia in lymphocytic choriomeningitis virus-
infected MHC class II-deficient mice and B cell-deficient mice. ] Immunol.
(1996) 157:3074-80.

vaccines.  Vaccine.

62.

63.

Kalams SA, Walker BD. The critical need for CD4 help in maintaining
effective cytotoxic T lymphocyte responses. ] Exp Med. (1998) 188:2199-
204. doi: 10.1084/jem.188.12.2199

Janssen EM, Lemmens EE, Wolfe T, Christen U, von Herrath
MG, Schoenberger SP. CD4(+) T cells are required for secondary
expansion and memory in CD8(+) T lymphocytes. Nature. (2003)
421:852-6. doi: 10.1038/nature01441

Conflict of Interest: The authors declare that the research was conducted in the
absence of any commercial or financial relationships that could be construed as a
potential conflict of interest.

Copyright © 2020 Pattinson, Apte, Wibowo, Rivera-Hernandez, Groves, Middelberg
and Doolan. This is an open-access article distributed under the terms of the Creative
Commons Attribution License (CC BY). The use, distribution or reproduction in
other forums is permitted, provided the original author(s) and the copyright owner(s)
are credited and that the original publication in this journal is cited, in accordance
with accepted academic practice. No use, distribution or reproduction is permitted
which does not comply with these terms.

Frontiers in Immunology | www.frontiersin.org

13

September 2020 | Volume 11 | Article 564627


https://doi.org/10.4049/jimmunol.174.1.449
https://doi.org/10.1016/j.vaccine.2006.05.099
https://doi.org/10.1371/journal.pone.0016563
https://doi.org/10.1073/pnas.1118450109
https://doi.org/10.1084/jem.188.12.2199
https://doi.org/10.1038/nature01441~
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
https://www.frontiersin.org/journals/immunology
https://www.frontiersin.org
https://www.frontiersin.org/journals/immunology#articles

	Chimeric Virus-Like Particles and Capsomeres Induce Similar CD8+ T Cell Responses but Differ in Capacity to Induce CD4+ T Cell Responses and Antibody Responses
	Introduction
	Materials and Methods
	Oligonucleotides, Peptides and Plasmid DNA
	Plasmid Construction
	Expression and Purification of Chimeric Capsomeres and VLPs
	Immunization of Mice
	Splenocyte Harvesting and in vitro Stimulation
	IFN-γ ELISpot Assay
	Cytometric Bead Array
	Intracellular Cytokine Staining
	ELISA
	Indirect Fluorescence Antibody Test (IFAT)
	Statistical Analysis

	Results
	Capsomere and VLP Construction
	Capsomeres Induce Similar CD8+ T Cell IFN-γ Responses to VLPs
	Capsomeres Induce More Robust CD4+ T Cell IFN-γ Responses Than VLPs
	Multiplexed Cytokine Responses
	Capsomeres Were Less Efficient Than VLPs at Inducing Antibody Responses
	Antibody Recognition of Native Antigens

	Discussion
	Data Availability Statement
	Ethics Statement
	Author Contributions
	Funding
	Acknowledgments
	References


