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Abstract
In order to design P. falciparum preerythrocytic vaccine candidates, a library of circumspor-

ozoite (CS) T and B cell epitopes displayed on the woodchuck hepatitis virus core antigen

(WHcAg) VLP platform was produced. To test the protective efficacy of the WHcAg-CS

VLPs, hybrid CS P. berghei/P. falciparum (Pb/Pf) sporozoites were used to challenge im-

munized mice. VLPs carrying 1 or 2 different CS repeat B cell epitopes and 3 VLPs carrying

different CS non-repeat B cell epitopes elicited high levels of anti-insert antibodies (Abs).

Whereas, VLPs carrying CS repeat B cell epitopes conferred 98% protection of the liver

against a 10,000 Pb/Pf sporozoite challenge, VLPs carrying the CS non-repeat B cell

eptiopes were minimally-to-non-protective. One-to-three CS-specific CD4/CD8 T cell sites

were also fused to VLPs, which primed CS-specific as well as WHcAg-specific T cells. How-

ever, a VLP carrying only the 3 T cell domains failed to protect against a sporozoite chal-

lenge, indicating a requirement for anti-CS repeat Abs. A VLP carrying 2 CS repeat B cell

epitopes and 3 CS T cell sites in alum adjuvant elicited high titer anti-CS Abs (endpoint dilu-

tion titer >1x106) and provided 80–100% protection against blood stage malaria. Using a

similar strategy, VLPs were constructed carrying P. vivax CS repeat B cell epitopes (WHc-

Pv-78), which elicited high levels of anti-CS Abs and conferred 99% protection of the liver

against a 10,000 Pb/Pv sporozoite challenge and elicited sterile immunity to blood stage in-

fection. These results indicate that immunization with epitope-focused VLPs carrying select-

ed B and T cell epitopes from the P. falciparum and P. vivax CS proteins can elicit sterile

immunity against blood stage malaria. Hybrid WHcAg-CS VLPs could provide the basis for

a bivalent P. falciparum/P. vivaxmalaria vaccine.
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Introduction
Malaria is an important tropical parasitic disease that kills more people than any other commu-
nicable disease with the exception of tuberculosis. The causative agents in humans are four spe-
cies of Plasmodium protozoa: P. falciparum, P. vivax, P. ovale and P.malariae. Of these, P.
falciparum (Pf) is the most lethal. The vast majority of deaths occur among young children in
Africa. P. vivax is the most prevalent species outside of sub-Saharan Africa and responsible for
approximately 50% of all malaria cases worldwide [1]. Malaria is a public health problem today
in more than 106 countries, inhabited by a total of 3.4 billion people-50% of the world’s popu-
lation. Worldwide prevalence of the disease is estimated to be on the order of 135–287 million
clinical cases each year. Mortality due to malaria is estimated to be in the range of 473,000–
789,000 each year [2]. The P. falciparummalaria parasite has 14 chromosomes, an estimated
5,300 genes (many of which vary extensively between strains) and a complex four-stage life
cycle as it passes from a mosquito vector to humans and back again. Furthermore, the natural
P. falciparum infection does not result in immunity, and partial immunity occurs only after
years of recurring infections and illnesses. Therefore, a vaccine must out perform the immune
response to the natural infection. This complexity and the lack of suitable animal models has
impeded vaccine development against both P. falciparum and P. vivax.

All stages of the P. falciparummalaria life cycle have been targeted for vaccine development,
however, only preerythrocytic stage (i.e., the circumsporozoite (CS) protein [3] and the multie-
pitope (ME)-thrombospondin-related adhesion protein (TRAP) [4]) immunogens have been
shown to elicit significant clinical efficacy. Only one CS vaccine candidate has reached phase
III clinical trials, known as RTS,S, which targets the CS protein's NANP repeat B cell epitopes
and C-terminal T cell domains by fusing them to the hepatitis B surface antigen (HBsAg) [3].
RTS,S has been in development for over two decades and tested in multiple experimental and
field trials [3,5–10]. In brief, protective efficacy for 3 doses of RTS,S formulated in a combina-
tion of three relatively potent adjuvants is reported as between 30 and 50% as judged by pre-
venting clinical and severe malaria and the level of protection is dependent on malaria
transmission intensity, age and time since vaccination [11]. Development of RTS,S is a signifi-
cant achievement and demonstrates that a recombinant subunit vaccine containing only isolat-
ed B and T cell epitopes from a single CS protein delivered on a heterologous carrier can elicit
protection in humans. However, it is generally acknowledged that “second generation” vac-
cines will be necessary for full implementation of a malaria vaccine intended for all at-risk pop-
ulations (i.e., endemic populations, travelers to endemic regions and the military) [3]. The
search for second generation preerythrocytic vaccine candidates has included use of the entire
CS protein, addition of other preerythrocytic antigens, new adjuvants, DNA delivery, viral vec-
tors, prime-boost strategies, etc., with little success to date [12]. The development of the RTS,S
vaccine has concentrated on formulation optimization using the same antigen construct for
over two decades.

Our CS epitope-focused approach has been to test multiple constructs on alternative carrier
platforms, chosen because they are more immunogenic than the HBsAg, namely the hepadna-
virus nucleocapsid proteins (i.e., HBcAg and WHcAg), to carry CS-derived B and T cell epi-
topes [13–15]. In the current study 2 CS repeat B cell epitopes (NANP-based and NVDP-
based), singly or combined, were genetically inserted onto the WHcAg carrier as were 3 CS-de-
rived non-repeat B cell epitopes and 1 to 3 well-defined human T cell domains. Hybrid VLPs
were screened based on VLP self-assembly, expression level, antigenicity, immunogenicity and
most importantly protective efficacy in an infectious in vivomodel. Rodent malaria (P. berghei)
parasites bearing the extended repeat region of the P. falciparum CS protein have been devel-
oped as an important preclinical tool for evaluating the efficacy of human CS protein-based
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vaccine candidates in vivo [16]. Chimeric Pb/Pf sporozoites are fully infectious in mice and can
be neutralized by Abs and/or T cells specific for the portions of the P. falciparum CS protein re-
placing the P. berghei CS protein. Employing the WHcAg combinatorial VLP technology com-
bined with the Pb/Pf hybrid sporozoite challenge system has allowed us to develop and test a
variety of WHcAg-CS hybrid VLPs. Selected VLPs carrying Pf-specific CS repeat, but not non-
repeat B cell epitopes were capable of eliciting sterile immunity against blood stage infection.
Using a similar strategy we also developed a hybrid VLP carrying P. vivax CS repeat B cell epi-
topes and immunized mice challenged with Pb/Pv hybrid sporozoites [17] demonstrated full
protection from blood stage malaria.

Materials and Methods

Animals
The (B10xB10.s) F1 mice used in VLP screening and immunogenicity evaluation were obtained
from the breeding colony of the Vaccine Research Institute of San Diego (VRISD). The B6
mice used for protection studies were obtained from NCI (Fredrick, MD). The rabbits used for
immunogenicity testing were New Zealand White rabbits obtained from ProSci Inc. (Poway,
California). All animal care was performed according to National Institutes of Health stan-
dards as set forth in the Guide for the Care and Use of Laboratory Animals (2011). Animals at
all facilities were monitored at least weekly.

Ethics Statement
Experimental procedures involving F1 mice were carried out at Explora BioLabs (San Diego,
CA), where they were housed, and were conducted by VRISD and VLP Biotech researchers
under approval of the Explora BioLabs Institutional Use Committee (Protocol Number EB13-
028, approved for the currently described studies). Experimental procedures involving B6 mice
were carried out at Johns Hopkins University and were approved by the Institutional Animal
Care and Use Committee of the Johns Hopkins University (Protocol Number MO13H123, ap-
proved for the currently described studies). The experiment involving rabbits was approved by
ProSci Institutional Animal Care and Use Committee (paper protocol on file approved 11/5/
2009). Humane endpoints were used: in the blood-stage challenge studies, mice were moni-
tored daily and euthanized when they were infected by malaria parasites. Animals were eutha-
nized by CO2 inhalation in accordance with the AMVA Guidelines on Euthanasia.

Recombinant WHcAg hybrid VLP Construction
TheWHcAg and hybrid WHcAg VLPs were expressed from the pUC-WHcAg vector express-
ing the full-length WHcAg protein codon optimized for expression in E. coli [18]. The se-
quence for WHcAg (accession NC_004177) was cloned into the pUC19 vector. For inserting
heterologous B cell epitopes, EcoRI-XhoI restriction sites were engineered into the open read-
ing frame between amino acids 78 and 79 of the core protein gene. The engineered restriction
sites add a Gly-Ile-Leu linker on the N-terminal side and a Leu linker on the C-terminal side of
the inserted epitopes. For fusing heterologous T cell epitopes, an EcoRV restriction site was en-
gineered at the 3' end of the WHcAg gene, which adds an Asp-Ile linker between the WHcAg
gene and the fused epitopes. Epitopes were cloned into the VLP gene using synthetic oligonu-
cleotides comprising the desired epitope coding sequence and the appropriate engineered re-
striction sites. The WHc(C61S) point mutation to reduce carrier antigenicity was constructed
by PCR using primer mismatches to create point mutations. All WHcAg constructs were trans-
formed into Alpha-Select competent E. coli (Bioline USA, Inc.) and confirmed by DNA
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sequencing. Inserted B cell epitope sequences were exactly matched to the CSP sequence from
clone 7G8 of P. falciparum used in the construction of the CS(Pf) or the VK210 repeat from
Salvador I strain of P. vivax used in the construction of the Pb/Pv hybrid sporozoites, respec-
tively. The inserted T cell epitopes had only one conservative mismatch, i.e., Cys 283 of the CS
protein in the new Pb-Pf-CSP-CT hybrid sporozoites (see below and S1B Fig) is a Ser in the
VLPs with the TH and 3T T cell epitope sequences (see S2A Fig).

Purified Proteins and Synthetic Peptides
The VLP particles were expressed in Alpha-Select E. coli cells grown in Terrific Broth
(Teknova, Hollister, CA). Cells were lysed by passage through an EmulsiFlex-C3 (Avestin, Ot-
tawa, ON, Canada) and the lysate heated to 65°C for approximately 10 min, then clarified by
centrifugation. The WHcAg particles were selectively precipitated by the addition of solid am-
monium sulfate to approximately 45% saturation (277 g/L) and the precipitates were collected
by centrifugation. Precipitated VLPs were redissolved in minimum buffer (10mM Tris, pH 8),
dialized against the same buffer and applied to a Sepharose CL4B column (5x100cm). Finally,
VLPs were formulated in 20mM Tris, pH8, 100mMNaCl. Endotoxin was removed from the
core preparations by phase separation with Triton X-114 [19,20]. Briefly, the VLP solution was
made 1% Triton X-114 and incubated at 4°C for 30 min with mixing, incubated at 37°C for 10
min, centrifuged at 20KxG for 10 min and the protein recovered in the upper phase. This was
repeated for 4 extractions. The purified VLPs were 0.2um sterile-filtered, characterized and ali-
quoted. Characterization typically includes custom ELISA, native agarose gel electrophoresis,
PAGE, heat stability, circular dichroism and dynamic light scattering as previously described
[18,21].

Recombinant CS protein was produced from the CS27 IV C clone (MRA-272, MR4, ATCC
Manassas, VA) obtained through the Malaria Research and Reference Reagent Resource Center
(www.mr4.org) and deposited by Photini Sinnis [22]. The open reading frame was moved to
the pQE-60 vector (Qiagen) and transformed into M15 E. coli cells (Qiagen). Integrity of the
gene was confirmed by DNA sequencing before purification by standard methods. Briefly, LB
medium, supplemented with 2 g/L glucose, 25 μg/ml Kanamycin and 50 μg/ml Ampicilin, was
inoculated with a 1:40 dilution of overnight culture. Bacteria were grown at 37°C to an A600 of
0.8–1.0, isopropyl β-D-1-thiogalactopyranoside added to a concentration of 100 mg/L, grown
3 hours longer and harvested by centrifugation. Cells were suspended in lysis buffer (25 mM
Tris, pH 8, 0.3 M NaCl, 10 mM imidazole) and lysed by a single passage through an Avestin
EmulsiFlex-C3 (Ottawa,ON, Canada). The lysate was clarified by centrifugation at 48,000 X G
for 30 min, and applied to a nickel column (BioRad Profinity IMAC). Unbound proteins were
removed by elution with the lysis buffer, then bound proteins were eluted in the same buffer
containing 100 mM imidazole. This procedure yielded approximately 10mg of pure protein
per liter of cultured bacteria.

Synthetic peptides derived from the WHcAg or CS sequences were synthesized by Eton Bio-
sciences (San Diego, CA).

Immunizations and serology
Groups of mice were immunized intraperitoneally (i.p.) with the WHcAg hybrid VLPs (usually
10–20 μg) emulsified in incomplete Freund’s adjuvant (IFAd) for both antibody production
and T cell experiments. The dose was varied when other adjuvants were used, i.e., saline
(200 μg) and alum (100 μg). For antibody experiments, mice were bled retro-orbitally and sera
pooled from each group. Periodically individual mouse sera were tested to confirm the fidelity
of the pooled sera results. Anti-WHc and anti-insert immunoglobulin G (IgG) antibodies were
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measured in murine sera by an indirect solid-phase ELISA by using the homologous WHcAg
(50 ng/well) or synthetic peptides (0.5 μg/well), representing the inserted sequence, as solid-
phase ligands as described previously [15]. Serial dilutions of both test sera and preimmuniza-
tion sera were made and the data are expressed as antibody titers representing the reciprocals
of the highest dilutions of sera required to yield an optical density at 492 nm (OD 492) three
times an equal dilution of preimmunization sera. IgG isotype-specific ELISAs were performed
by using IgG1-, IgG2a-, IgG2b- and IgG3-specific peroxidase-labeled secondary antibodies
(Southern Biotechnology, Birmingham, AL). Rabbits were immunized with WHcAg hybrid
VLPs (200 μg in IFAd) and boosted either with 200 μg in saline or 100 μg in IFAd.

IFA
Indirect immunofluorescence assays (IFA) using both live and air-dried sporozoites were used
to characterize and titrate antibody responses. Briefly, for live-sporozoite IFAs, 40,000 parasites
were incubated on ice with different sera dilutions. Sporozoites were then washed 3 times with
cold PBS with 1% BSA, suspended in 0.2 ml and placed into the well of a Lab-Tek chambered
coverglass (Thermo Scientific Nunc, Rochester, NY). The chamber was then spun at 300 x G
for 2 min and, after discarding the supernatant, 0.2 ml of PBS with 4% Paraformaldehyde
(Sigma, Saint Louis, MO) were added. Samples were incubated for 1 h at room temperature,
washed 3 times with PBS and incubated with secondary antibody [AlexaFluor 488 F(ab’)2 frag-
ment of goat anti-mouse IgG(H+L); 2 mg/ml; Invitrogen] for 30 min. Samples were then
washed and green-fluorescent sporozoites were visualized using a Nikon Eclipse 90i fluorescent
microscope. IFAs using air-dried sporozoites were performed as previously described [17].

In vitro T cell cytokine assays
Spleen cells from groups of 3 each of (B10xB10.s) F1 mice were harvested and pooled 4–6
weeks after immunization with the various WHcAg hybrid VLPs. Spleen cells (5×105) were
cultured with varying concentrations of WHcAg, CS or synthetic peptides derived from
WHcAg or CS protein. For cytokine assays, culture supernatants were harvested at 48 h for IL-
2 determination and at 96 h for interferon-gamma (IFNγ) determination by ELISA. IFNγ pro-
duction was measured by a two-site ELISA using mAb 170 and a polyclonal goat anti-mouse
IFNγ (Genzyme Corp., Boston, MA).

Development of P. berghei chimeric parasites expressing the C-terminal
region of the P. falciparum CS protein (Pb/Pf-CSP-CT)
The new transgenic strain derived from P. berghei ANKA strain expressing the C-terminus of
P. falciparum was generated using the plasmid pR-CSPfCT, which carries the C-terminal re-
gion of the P. falciparum CSP. This plasmid was derived from plasmid pIC-CSPfCT, which re-
sulted from the replacement of the P. berghei CSP C-terminus with the C-terminal region of
the 3D7 strain of P. falciparum CSP. Briefly, a 306-bp restriction fragment encompassing base
pairs 715 to 1020 of the P. berghei CSP gene was excised from a modified version of pIC-CSwt
[23] using the restriction enzymes SexAI and PacI and then replaced with a fragment compris-
ing the P. falciparum CSP C-terminal region (S1A Fig). The P. falciparum CSP C-terminus was
excised as a 312-bp SexAI-PacI restriction fragment from plasmid pPfCT (Genescript, Piscat-
away Township, NJ), synthesized to comprise the P. falciparum CSP C-terminal region. Thus,
the CSP gene in the resulting plasmid, pIC-CSPPfCT, consists of the P. bergheiN-terminal and
repeat regions (base pairs 1 to 786) and the remainder of the P. falciparum CSP (base pairs 787
to 1026). We then excised the hybrid CSP gene from pIC-CSPfCT as a KpnI-XhoI fragment
and inserted it into the transfection plasmid, pR-CSPfCT. KpnI and SacI were used to release
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the inserted fragment from pR-CSPfCT prior to transfection of WT P. berghei (ANKA strain)
parasites, as previously described [24]. Transgenic parasites were selected in Swiss Webster
mice (NCI, Frederick, MD) by treatment with pyrimethamine (MP Biomedicals, Solon, OH) in
drinking water (0.07 mg/ml). Pyrimethamine-resistant parasites were then cloned by limiting-
dilution. Successful recombination at the 5’ and 3’ ends of the locus was verified by PCR. The
primers used to confirm 5’ integration were 5’-F (TCACCCTCAAGTTGGGTAAAA) and
PbPfCT-R (GCAGAGCCAGGCTTTATTCT); the primers to verify integration at the 3’ end
were 3’-F (TGTAAAAATGTGTATGTTGTGTGC) and 3’-R (GTGCCCATTACGACTTTG
CT). To verify that the cloned parasite population did not have contaminating WT P. berghei
parasites, we developed a PCR assay using primers that flank the SexAI restriction site and then
digested the resulting product with this enzyme. This restriction site is not present in the WT
P. berghei CSP sequence but was inserted by replacement with our synthetic construct. The
primers used for this PCR analysis were PbWT NT-F (TGTTACAATGAAGGAAATGATAA
TAAATTGTAT) and Pb 3’UTR-R (TCTTTTGGACATATATTCATTTTAGCA). Lastly, DNA
isolated from the cloned chimeric parasites was sequenced to confirm the replacement of the P.
berghei C-terminal region with the P. falciparum CSP C-terminus sequence. The sequence of
the hybrid CS protein is provided in S1B Fig.

In vivo protection assays
To measure liver parasite load, C57Bl/6 mice were challenged i.v. with 10,000 Pb/Pf or Pb/Pv
hybrid sporozoites. Forty-eight hours later livers were harvested to assess the parasite load by
RT-PCR as previously described [25]. We assessed sterile protection by monitoring the mice
for development of blood-stage parasites after feeding by infected Anopheles stephensimosqui-
toes. Briefly, prior to challenging mice, the percentage of infected mosquitoes was determined
by choosing at least 10 mosquitoes from the pool and examining each salivary gland for the
presence of sporozoites. Based on this information, the number of sporozoites used for the
challenge was determined. The mice were anesthetized by i.p. injection of 250 μl of 2% avertin
prior to feeding Pb/Pf- or Pb/Pv-infected A. stephensimosquitoes for five minutes. After feed-
ing, all mosquitoes were examined for the presence of blood in their gut to determine the num-
ber that took a blood meal. Daily blood smears were performed starting at 4 days after
challenge. For measuring protection mediated by antibodies, Pb/Pf (described as CS(Pf) in
[16]) or Pb/Pv [17] hybrid sporozoites were used for the challenge when VLPs targeting P. fal-
ciparum and P. vivax epitopes, respectively, were used as immunogens. For assessing protective
efficacy of T cell epitopes, the new Pb-Pf-CSP-CT hybrid sporozoites described above were
used for the challenge.

Results

Immunogenicity of VLPs carrying repeat versus non-repeat CS B cell
epitopes
A number of interesting candidate epitopes outside the CS repeat domain have been described.
For example, non-repeat CS B cell epitopes which have been shown to elicit in vitro neutraliz-
ing antibodies include: aa93-113 (lysine (K)-rich region), aa112-123 (conserved N1), and
aa298-315 [26–28]. Similarly, a high percentage of adults and lesser numbers of children living
in malaria endemic areas possess antibodies specific for CS C-terminal sequences that repre-
sent CD4+ and CD8+ recognition sites for human and murine T cells (i.e., UTC, TH3.R and
CS.T3 regions) [29]. For several reasons the consideration of these non-repeat, CS B cell epi-
topes for vaccine design has been marginalized. Firstly, the immunodominance of the NANP
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and NVDP repeats and the established neutralizing efficacy of anti-CS repeat antibodies has re-
duced interest in non-repeat B cell epitopes somewhat [30–32]. Secondly, the induction of high
titer CS-specific antibodies to non-repeat epitopes has been difficult with most immunogens.
Our WHcAg platform technology allows insertion of virtually any CS sequence onto WHcAg.
The resulting immunogens elicit high titer antibody even if the CS sequence is cryptic on the
native CS protein. The Pb/Pf sporozoite technology allows evaluation of efficacy of these candi-
date vaccines by inserting the Pf B and T cell candidate epitopes in the CS protein of Pb sporo-
zoites. The combination of these technologies permitted us to overcome the problems that
have prevented analysis of the protective efficacy of CS non-repeat B and T cell sites in
the past.

We produced, characterized and examined the immunogenicity of hybrid-WHcAg VLPs
carrying the NANP/NVDP repeat epitopes and three selected non-repeat CS-specific B cell epi-
topes: the N1 region (aa 112–123); the K-rich region (aa 93–113); and the aa 298–315 region
(see Fig 1) in comparison to full length rCS protein. Although the T cell response to CS protein
is highly genetically restricted in mice and humans [33,34], we avoided this problem by immu-
nizing a high responder strain (H-2b). Immunization with the full length rCS protein elicited
very high antibody production to the 2 repeat epitopes, NANP and NVDP. However, consis-
tent with a cryptic nature of the non-repeat CS B cell epitopes, immunization with rCS protein
elicited no antibody to the CS298-315 region, extremely low antibody production to the N1 re-
gion (i.e., 1:1000 titer) and relatively low antibody production to the K-rich region (i.e.,
1:125,000 titer) after primary and secondary immunization (Table 1). In contrast, both repeat
and non-repeat B cell regions “excised” from the CS protein and inserted onto hybrid WHcAg
VLPs elicited high levels of anti-insert antibodies (i.e., at least 1:3x106 titers) (Table 1). Further-
more, the repeat and non-repeat anti-insert antibodies bound rCS protein in ELISAs. The re-
peat and non-repeat anti-insert antibodies also bound dry, hybrid Pb/Pf sporozoites to varying
degrees as demonstrated by immunofluorescence assays (IFA) (Table 1). Interestingly, only the
repeat-specific anti-insert antibodies (i.e., NANP/NVDP-specific) bound live sporozoites.
These observations suggest that the three non-repeat B cell epitopes on the CS protein may be
cryptic on intact, viable sporozoites.

Protective efficacy of VLPs carrying repeat versus non-repeat CS B cell
epitopes
We also performed immunization/challenge experiments to determine the protective efficacy
of hybrid WHcAg VLPs carrying the 2 repeat B cell epitopes (NANP/NVDP) and the three
non-repeat B cell epitopes described above. As shown in Fig 2, immunization (2 doses of 20
and 10 μg) with VLPs carrying the repeat B cell epitopes protected mice challenged with 10,000
Pb/Pf sporozoites at a level of 98% in terms of parasite 18S rRNA copies detected in liver com-
pared to mice immunized with a control hybrid WHcAg VLP carrying an irrelevant insert
from the hepatitis B virus (HBV). In contrast, immunization (3 doses of 20, 10, and 10 μg) with
the hybrid WHcAg VLPs carrying each of the three non-repeat B cell epitopes provided little
to no protection (0–44%) against Pb/Pf sporozoite challenge despite the fact that high levels of
anti-insert antibodies were present in the immunized mice (Fig 2 and Table 1). These results
suggest that the non-repeat B cell epitopes may be cryptic on viable sporozoites in vivo. The re-
sults also suggest that it may not be productive to include these three non-repeat B cell epitopes
in a CS-VLP vaccine candidate. A caveat to this interpretation is that the non-repeat B cell epi-
topes in the context of the VLPs may not represent the epitope structures present within the
native CS protein, although anti-non-repeat Abs do bind rCS and dry sporozoites.
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Confirmation that CS repeat antibodies are predominant in providing
protection
As an alternate approach to addressing the question of the importance of repeat vs. non-repeat
CS-specific antibodies, we performed an experiment using rCS as the immunogen rather than
hybrid VLPs. Mice were immunized with 2 doses of rCS (20 μg/10 μg) and the resulting

Fig 1. Targeted T and B cell epitopes on CS protein. (A) Schematic representation of the existing (upper panel) and novel (lower panel) hybrid Pb/Pf
sporozoites. Native P. berghei sequence is indicated by light shading and transgenic P. falciparum sequence by dark shading. Neutralizing or presumptive
neutralizing B-cell epitopes are denoted by black bars and human and murine CD4+ T cell epitopes by white bars. The “repeats” epitope (140–159) is part of
a much larger motif, delineated by the dotted line. Numbering is based on the amino acid sequence of CSP from the 7G8 clone. (B) VLPs described in the
manuscript. S2 Fig presents the amino acid sequences of the epitopes. In summary, Mal: NANP and NVDP repeats; Mal5: NANP repeat only; Ct: carboxy-
terminal; TH: TH.3R and UTC epitopes; 3T: insertion of all 3 T cell eptiopes; C61S: Cys-to-Ser mutation at position 61 of WHcAg; Pv: P. vivax B cell repeats.
Each of the epitopes is genetically inserted into the sequence of the VLP gene and a fully-assembled VLP consists of 120 homodimers, meaning each VLP
presents 240 copies of the inserted epitope(s).

doi:10.1371/journal.pone.0124856.g001
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antisera were pooled and pre-incubated with the 10,000 Pb/Pf sporozoites used for the chal-
lenge. This antisera provided significant protection compared to sporozoites pre-incubated in
normal mouse sera (NMS). However, if the anti-rCS antisera was pre-adsorbed with repeat-
containing VLPs (Δ NANP, NVDP) prior to being added to the 10,000 sporozoites, the protec-
tive efficacy was largely lost (S3 Fig).

WHc-Mal-78-UTC elicits protective Abs in rabbits
To examine protective efficacy of antisera from a second species, two rabbits were immunized
with a VLP carrying the 2 CS repeat B cell epitopes and a malaria-specific human T cell epitope
(UTC), designated WHc-Mal-78-UTC (Fig 3A). The antisera were passively transferred into
naïve murine recipients. The recipients of anti-VLP rabbit sera were either challenged intrave-
nously (i.v.) with 10,000 Pb/Pf sporozoites and parasite burden in the liver determined (Fig 3B)
or challenged by the bites of infected mosquitoes and blood-stage parasitemia monitored over
a 10–14 day period (Fig 3C). As shown in Fig 3, both rabbits (#73 and #74) produced high titer
anti-NANP, anti-NVDP and anti-rCS Abs detected by ELISA and by IFA on hybrid sporozo-
ites (Fig 3A). Antisera (0.5 ml) from both rabbits were passively transferred (i.v.) to naïve mice
and the mice were immediately challenged with 10,000 Pb/Pf sporozoites (i.v.). Forty hours
later the parasite liver burdens were determined. Passively transferred anti-VLP sera from both
rabbits significantly reduced the parasite liver burden as compared to control rabbit sera, al-
though rabbit #74 sera was most effective (Fig 3B). It is notable that rabbit #74 was primed
with WHc-Mal-78-UTC emulsified in IFAd but boosted with the VLP in saline, whereas, rabbit
#73 was primed and boosted in IFAd. This suggests that there may be no advantage to the use
of potent adjuvants after the primary injection of the VLPs. Rabbit #74 serum was chosen to
passively transfer (0.2 ml) to murine recipients, which were challenged with the bites of from 3
to 12 Pb/Pf-infected mosquitoes over a five minute time frame. Blood stage parasitemia was
monitored for the next 10–14 days. All 21 mice receiving the anti-WHc-Mal-78-UTC rabbit
sera were totally protected from blood stage parasitemia regardless of exposure to 3, 6 or 12 in-
fected mosquitoes. The 8 control mice exposed to 3 or 6 infected mosquitoes demonstrated in-
fection by day 4 or 5 (Fig 3C). However, it is interesting to note that the adoptive transfer of
0.2 ml of a 1:3 dilution of rabbit #74 sera failed to protect mice against blood stage infection.

Table 1. Characterization of WHc-CS VLPs carrying repeat and non-repeat B cell epitopes.

endpoint dilution titers

WHc-CS VLP
(Insert)

α-WHc α-
NANP

α-
NVDP

α-N1 α-K
rich

α-CS
(298–315)

α-CSP solid
phase

IFA dry
hybrid spzt

IFA viable
hybrid spzt

Reduction in Liver
Stage in vivo

NANP/NVDP 6 x 106 15 x
106

6 x 106 – – – >15 x 106 16,000 ++ >300 98%

N1 (112–123) 3 x 106 – – 3 x
106

– – 6 x 106 1,800 – 18%

K rich (93–
113)

625,000 – – – 3 x 106 – 6 x 106 600 – 0%

CS (298–315) 6 x 106 – – – – 3 x 106 >15 x 106 16,000 – 44%

CS Protein
Full Length

0 6 x 106 625,000 1,000 125,000 0 6 x 106 ND ND ND

The listed WHcAg hybrid VLPs and full length rCS protein were used to immunize mice (2 doses; 20 μg and 10 μg in IFAd). Secondary antisera were

pooled, serially diluted and analyzed by ELISA for binding to: solid phase WHcAg; repeat peptides (NANP)5 and (DPNANPNV)2; non-repeat peptides N1,

Krich, CSP298-315; and rCS. Endpoint dilution titers are shown. Antisera were also evaluated by IFA on dry or viable sporozoites. The protective

efficiency after in vivo challenge with 10,000 Pb/Pf sporozoites of mice immunized with the listed WHc-CS VLPs is also shown.

doi:10.1371/journal.pone.0124856.t001
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Fig 2. Comparison of protective efficacy of WHc-CS VLPs.Groups of mice were immunized with WHc-
HBV negative control and CS-repeat (WHc-Mal-78) VLPs (2 doses of 20 μg and 10 μg in IFAd): CS-non-
repeat VLPs (3 doses of 20 μg, 10 μg, 10 μg in IFAd). From 2 to 3.5 months after the last immunization dose
all mice were challenged with 10,000 Pb/Pf sporozoites. Parasite 18S rRNA copy number in the liver was
determined by qPCR 40 hours after infection. Circles represent individual mice and the bars represent mean
values. % protection is based on mean values in comparison to theWHc-HBV negative control.

doi:10.1371/journal.pone.0124856.g002

Epitope-Focused VLPs Elicit Sterile Immunity to Malaria

PLOS ONE | DOI:10.1371/journal.pone.0124856 May 1, 2015 10 / 22



Fig 3. Immunogenicity of WHc-Mal-78-UTC in rabbits and protective efficacy of anti-VLP sera. (A) Animals were primed with 200 μg of WHc-Mal-
78-UTC emulsified in IFAd and boosted at week 6 with 100 μg emulsified in IFAd (rabbit 73) or 200 μg in saline (rabbit 74). Serum was collected at the
indicated time points and endpoint titers against NANP, NVDP and rCSP determined by ELISA. The sporozoite-specific IFA assay was performed on 18
week antisera and is represented by a star-shaped point. (B) Protection against liver stage Pb/Pf infection. Mice were injected with 500 μl of indicated rabbit
antisera and challenged with 10,000 sporozoites i.v. shortly after receiving the antisera. Liver burden was determined by qPCR 40 hours after challenge.
Control, normal mouse sera. P values are for Mann-Whitney U-test comparing in each case the 5 mice per group, ns = not significant at the 0.05 significance
level. (C) Protection against blood stage Pb/Pf infection. 200 μl of sera from rabbit #74 or from a control naïve rabbit were passively transferred to groups of 7
or 4 mice, respectively, by i.v. injection. Mice were then challenged by allowing 3, 5, 6 or 12 mosquitoes infected with Pb/Pf sporozoites to feed on the mice
for 5 min. Mice were bled daily starting on day 4 post-challenge and blood-stage infection assessed by microscopy on stained blood smears.

doi:10.1371/journal.pone.0124856.g003
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These studies demonstrate that the protective efficacy elicited by WHc-Mal-78-UTC VLPs can
be mediated solely by anti-CS repeat Abs, but a threshold level of protective Abs is required.

Addition of CS-specific T cell domains
An important goal is to add CS-specific T cell sites to vaccine candidates in order to prime CS-
specific CD4+/CD8+ T cells as well as elicit CS-specific neutralizing antibodies. For this pur-
pose, we added 1, 2 or all 3 (i.e., UTC, TH.3R, and CS.T3) well characterized human T cell do-
mains to a standard hybrid WHcAg VLP carrying the 2 CS specific repeats (i.e. WHc-Mal-78).
The T cell domains were added to the C-terminus of the hybrid WHcAg VLPs and all 3 hybrid
VLPs were successfully produced and were shown to be approximately equally immunogenic
in terms of anti-NANP and anti-NVDP antibody production (S4 Fig). In order to determine
the contribution of CS-specific T cells to the protective efficacy of candidate VLP vaccines, the
established protective efficacy of anti-NANP/NVDP antibodies had to be excluded. For that
purpose, we constructed a hybrid WHcAg VLP carrying only the 3 T cell regions and devoid of
the neutralizing CS repeat B cell epitopes designated WHc-Ct-3T. As shown in Fig 4, immuni-
zation with WHc-Ct-3T primed both WHcAg-specific and CS protein-specific CD4+ T cells as
determined by cytokine production elicited by splenic T cells cultured with a panel of WHcAg
and CS protein-specific proteins and peptides. Also note that WHc-Ct-3T immunization elic-
ited low level Ab production to rCS and the TH.3R site, which is also a B cell epitope in addi-
tion to a CD4+ T cell epitope. Because the Pb/Pf hybrid sporozoites used in the previous
studies do not contain the P. falciparum T cell domains, a new transgenic Pb sporozoite (Pb/
Pf-CSP-CT) containing the complete C-terminus (i.e., aa318-397) from the Pf CS protein was
produced (Fig 1; S1 Fig). Therefore, we were able to perform an immunization/challenge exper-
iment with WHc-Ct-3T VLPs. Although WHc-Ct-3T was immunogenic for both CS-specific B
and CD4+ T cell epitopes (Fig 4), no protection against a 10,000 Pb/Pf-CSP-CT sporozoite
challenge was elicited.

Effect of the 3 CS-specific T cell domains on protective efficacy
Because anti-NANP-specific Abs play a dominant role in protection, we compared the protec-
tive efficacy of a standard VLP (WHc-Mal5-78) containing only the 4 NANP repeats, which
was previously shown to elicit significant protection against a Pb/Pf sporozoite challenge, with
a VLP containing the NANPNVDP(NANP)3 B cell insert in the loop of WHcAg plus all 3 T
cell domains (WHc-Mal-78-3T) inserted at the C-terminus of WHcAg. Groups of 6 mice were
primed and boosted with WHc-Mal5-78 or WHc-Mal-78-3T formulated either in saline only
(200 μg VLPs), alum (100 μg VLPs) or Montanide ISA720 (50 μg VLPs) (Fig 5). Both VLPs
elicited significant reduction in parasite liver burden (at least 90% reduction in parasite 18S
rRNA copies in liver) in all three formulations compared to naïve challenged control mice (Fig
5A). However, the VLP carrying the three T cell domains (WHc-Mal-78-3T) elicited statistical-
ly superior protection in saline (99.1% vs 95% protection) and in alum (99.2% vs 91.7% protec-
tion) compared to the (NANP)4 B cell only-containing VLP (WHc-Mal5-78). Both VLPs were
equally protective when formulated in Montanide ISA720 (Fig 5A). Anti-CS, anti-NANP, and
anti-NVDP antibodies were measured by ELISA and IFAs were performed to determine if dif-
ferential antibody levels would explain the superior protective efficacy of the WHc-Mal-78-3T
VLP formulated in saline and alum (Fig 5B). No significant serological differences were noted
between the two VLPs. However, there was a trend towards higher titer anti-NVDP repeat an-
tibodies in the WHc-Mal-78-3T-immunized groups, especially when formulated in alum. This
was expected because the WHc-Mal5 VLP does not contain the NVDP repeat. However, the
polyclonal anti-NANP antibodies elicited by the WHc-Mal5 VLP demonstrated cross-
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reactivity for the (NVDP)2 peptide. IgG isotype testing also revealed no significant differences
between anti-CS antibodies elicited by WHc-Mal5 and WHc-Mal-78-3T VLPs. This suggests
that malaria-specific CD4+ T cells primed by immunization with the WHc-Mal-78-3T VLP
may have contributed to the greater efficacy either indirectly by providing an additional source
of T helper cell function or, more likely, by directly exerting a negative effect on liver stage de-
velopment via cytokine production. Although the hybrid sporozoites used for challenge did
not contain the Pf T cell domains engineered into the WHc-Mal-78-3T VLPs, the 3 T cell do-
mains of P. falciparum and P. berghei share a significant degree of homology as shown in S5
Fig. In any event, the superior performance of the WHc-Mal-78-3T VLP elevated this VLP to a
primary vaccine candidate.

AWHcAg-CS VLP in alum elicits sterile immunity to blood stage malaria
WHc-Mal-78-3T performed well in terms of reducing parasite load in the liver after a 10,000
Pb/Pf sporozoite challenge (up to 99.98% reduction, Fig 5), however, to determine if this level
of reduction in liver burden is sufficient to yield full protection from blood stage parasitemia
an immunization/challenge experiment monitoring blood stage parasitemia as the final end-
point is required because a single surviving sporozoite infecting the liver can result in a blood

Fig 4. WHc-Ct-3T primesmalaria-specific as well asWHcAg-specific CD4+ T cells. To assess T cell priming, three mice were immunized with WHc-Ct-
3T (a single 20 μg dose in IFAd) and 10 days later spleen cells were harvested and cultured as pools with varying concentrations of the indicated recall
antigens. Culture supernatants were collected at day 2 for determination of IL-2 and day 4 for determination of IFNγ. The minimum concentration of each
antigen necessary to yield detectable cytokine is shown. For antibody production, mice were immunized (20 μg/IFAd) and boosted (10 μg/IFAd).

doi:10.1371/journal.pone.0124856.g004
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Fig 5. Comparison of protective efficacy and serology for WHc-Mal5-78 (Mal5) vs WHc-Mal-78-3T (Mal-3T).Groups of 6 mice each were immunized
with WHc-Mal5-78 or WHc-Mal-78-3T formulated in either saline, alum or Montanide ISA-720 and given a single booster injection. After the boost mice were
challenged with 10,000 hybrid sporozoites. (A) Liver burden was assessed by determining parasite 18S rRNA copies in the liver. Circles represent individual
mice, boxes represent mean values. P values are for Mann-Whitey U-test between groups for each formulation, with each group having six mice, except the
Mal-3T in alum group, which had five mice. (B) Post-boost antibody levels in pooled sera were determined by ELISA using rCSP, NANP or NVDP peptides as
solid phase ligands. IFA titers were performed on dry Pb/Pf sporozoites.

doi:10.1371/journal.pone.0124856.g005
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stage infection [35]. For this experiment we modified WHc-Mal-78-3T by a point mutation
(C61S) in the WHcAg, which eliminated the intermolecular disulfide bond at residue 61. The
C61S mutation in WHcAg-hybrid VLPs was chosen because it can reduce anti-WHc (carrier-
specific) antibody production and/or increase anti-insert antibody production.

Groups of 10 mice each were immunized and boosted with 100 μg of the WHc(C61S)-Mal-
78-3T VLP either formulated in alum, alum+QS-21, or primed with an emulsion of Montanide
ISA 720 (50%) and boosted in alum. The control group was primed with 100 μg of WHcAg (no
insert) emulsified in Montanide ISA 720 and boosted in alum (Fig 6). Six weeks after the boost
mice were challenged by exposure to the bites of 12 Pb/Pf-infected mosquitoes for 5 minutes.
This method of challenge was chosen because it represents a more physiologically relevant
route of infection as compared to i.v. injection of sporozoites. Blood was sampled over the next
14 days and examined for parasitemia. As shown in Fig 6, 10 of 10 WHcAg-immunized control
mice became positive for blood stage malaria within a mean of 4.4 days. In contrast, 0 of 9 mice
immunized with WHc(C61S)-Mal-78-3T formulated in alum+QS-21 became infected; 1 of 10
mice immunized in Montanide/alum became infected; and 2 of 10 mice immunized in alum
became infected. The 3 of 29 mice in the experimental groups that did become infected demon-
strated delayed parasitemia (mean of 6.0 days), suggesting a possible elimination of 99% of spo-
rozoites given that 90% elimination is required to obtain a one day delay in developing a patent
blood stage infection. The serology of each group pre-challenge and of the survivors three
months post-challenge is shown in S1 Table. Although anti-CS Ab titers decreased over time,
anti-CS Abs were still in excess of 1x106 endpoint titers three months post-challenge in all ad-
juvant groups. The apparent lack of a boost to the anti-CS Ab titers may reflect the low immu-
nogenicity of the protein in the context of the parasite infection.

Preliminary evaluation of a VLP carrying P. vivax CS epitopes
A hybrid WHcAg VLP carrying 2 copies each of both variants of type 1 (VK210) CS repeat epi-
topes from P. vivax parasites was constructed (WHc-Pv-78). In vivo protective efficacy was
evaluated using hybrid P. berghei/P. vivax (Pb/Pv) sporozoites expressing the repeat region of
the P. vivax CS protein (both VK210 variants) [17]. Immunization with 2 doses of varying
amounts of WHc-Pv-78 VLPs in either incomplete Freund's adjuvant (IFAd) or alum elicited
high titer anti-CS PV repeat antibodies as detected on solid phase peptide and verified by IFA
assay on Pb/Pv hybrid sporozoites (S2 Table). Immunization with 100 μg of WHc-Pv-78 in
IFAd elicited extremely high titer anti-CS Pv repeat antibodies (1.5x108). This immunization
schedule was chosen to examine the protective efficacy of WHc-Pv-78 VLPs against experi-
mental liver infection as well as blood stage infection with hybrid Pb/Pv sporozoites in mice.
As shown in Fig 7A, immunization with WHc-Pv-78 VLPs provided 99% protection in terms
of parasite 18S rRNA copies detected in the liver compared to mice immunized with the
WHcAg carrier after challenge with 10,000 Pb/Pv sporozoites. To determine if this level of re-
duction in liver parasite burden was sufficient to provide sterile immunity to blood stage infec-
tion, WHc-Pv-78 VLP-immunized andWHcAg-immunized mice were challenged by
exposure to the bites of 10 Pb/Pv-infected mosquitoes for 5 minutes. Whereas 4 of 5 control
mice became infected in a pre-patent period of 4.5 days, 0 of 4 WHc-Pv-78-immunized mice
were infected over an observation period of 14 days (Fig 7B).

Discussion
An epitope-focused approach was utilized to present selected B and T cell epitopes from the CS
protein of the P. falciparummalaria parasite on the heterologous WHcAg carrier platform.
Two repeat and three non-repeat B cell epitopes from the CS protein were inserted into the
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WHcAg carrier. Although all hybrid VLPs elicited high levels of anti-insert Abs, only hybrid
VLPs carrying the CS repeat B cell epitopes (NANP and NVDP) provided significant protec-
tion of the liver (98%) against an experimental challenge with hybrid Pb/Pf sporozoites in

Fig 6. Protective efficacy of WHc(C61S)-Mal-78-3T immunization against P. berghei/P. falciparum blood stagemalaria infection.Groups of ten mice
were primed and boosted with 100 μg of WHc(C61S)-Mal-78-3T formulated in alum (250 μg/dose), alum + QS21 (20 μg/dose) or emulsified in Montanide
ISA720 (50% vol/vol) and boosted in alum as indicated. (A) Time line showing schedule of prime, boost and challenge with 12 mosquitoes infected with Pb/Pf
hybrid sporozoites allowed to feed on the mice for 5 min. After feeding, mosquitoes were examined for blood in the gut, confirming that multiple mosquitoes
had fed on each animal. (B) Graphic representation of the percentage of mice remaining protected (i.e., free of blood stage parasites) during the 14 day
monitoring period. (C) Tabular summary of results. One mouse from the Alum+QS21 group died before challenge.

doi:10.1371/journal.pone.0124856.g006
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Fig 7. Protective efficacy of WHc-Pv-78 immunization against P. berghei/P. vivaxmalaria infection.Mice were primed and boosted with 100 μg of
WHc-Pv-78 or WHcAg emulsified in IFAd (50% vol/vol). (A) Mice were challenged with 10,000 Pb/Pv sporozoites injected in the tail vein and liver infection
determined by qPCR. P value is for the Mann-Whitney U-test with four mice in the WHc-Pv-78 group and five mice in the control WHc group. (B & C) Mice
were exposed to the bites of 10 Pb/Pv-infected mosquitoes for 5 min, after which, mosquitoes were examined for blood in the gut to confirm that multiple
mosquitoes had fed on each animal. Malarial infection was determined by blood smear during the 14 day monitoring period. Results are depicted in tabular
(B) and graphic (C) forms.

doi:10.1371/journal.pone.0124856.g007
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mice. Whereas, anti-CS repeat and anti-CS non-repeat Abs bound dry Pb/Pf sporozoites, only
anti-CS repeat Abs bound viable sporozoites. This data suggests that the 3 non-repeat B cell
epitopes are poorly expressed or cryptic on viable sporozoites. Addition of 3 well-defined ma-
laria-specific human T cell domains to the hybrid VLPs enhanced protective efficacy in the
liver as well as primed malaria-specific CD4+ T cell cytokine production. However, immuniza-
tion with hybrid VLPs carrying only the 3 malaria-specific T cell domains was unable to pro-
vide protection, indicating that anti-CS repeat Abs are necessary for protection. In fact, anti-CS
repeat Abs are sufficient for protection against liver stage as well as blood stage infection as
demonstrated by sterile immunity to blood stage infection following adoptive transfer of rabbit
anti-VLP antiserum. Furthermore, active immunization with a hybrid VLP, designated WHc
(C61S)-Mal-78-3T, elicited sterile immunity to blood stage infection in 26 of 29 mice and de-
layed parasitemia in the remaining 3 mice, depending on adjuvant formulation. The alum
+ QS-21 formulation was the most efficient adjuvant and yielded 100% protection from blood
stage infection. The results indicate that immunization with an epitope-focused VLP contain-
ing selected B and T cell eptiopes from the P. falciparum CS protein formulated in adjuvants
acceptable for human use can elicit sterile immunity against blood stage malaria if sufficient
anti-CS protective Abs are produced. The appropriate adjuvant formulation to achieve protec-
tive Ab levels in humans as well as VLP dose will need to be determined in clinical trial.

In previous studies we demonstrated that CS repeat B cell epitopes from both P. berghei and
P. yoeliimurine parasites inserted onto the HBcAg conferred 80–100% protection against
blood stage infection in immunized mice [13,14]. We extrapolated that strategy to P. falcipa-
rum CS-derived B and T cell epitopes and produced HBcAg-CS hybrid VLPs [designated V12.
PF3.1[15]/ICC1132[36]] that were highly immunogenic in rodents and non-human primates,
respectively. Unfortunately, a flawed Phase IIa clinical trial, in which a suboptimal dose of
ICC1132 (5 μg equivalent of CS repeat B cell epitope) given in a single injection without a
boost, did not permit the realistic efficacy of this hybrid VLP to be determined in humans [37].
In this current study we developed a species variant of the HBcAg, the WHcAg, as a platform
for P. falciparum/P. vivax CS epitopes in order to avoid the disadvantages of using a carrier de-
rived from a human pathogen [38]. This is especially important for a malaria vaccine because
HBV and malaria are co-endemic in many regions of the world and chronic HBV carriers are
often immune tolerant to both HBcAg and HBsAg (note that the HBsAg is used as a carrier in
the RTS,S vaccine). Additional modifications to the WHc(C61S)-Mal-78.3T vaccine candidate
compared to ICC1132 are: the use of the full length WHcAg to accommodate the encapsida-
tion of ssRNA as a TLR7 ligand, which enhances immunogenicity [39]; incorporation of addi-
tional malaria-specific T cell domains; and mutation of the WHcAg cysteine 61, which
eliminates intermolecular disulfide bonds common to both WHcAg and HBcAg. The C61S
mutation in hybrid VLPs can reduce anti-WHc (carrier-specific) Ab production and/or in-
crease anti-insert Ab production. For these reasons the WHcAg is a superior choice to the
HBcAg as a VLP platform for malaria CS epitopes. It would be useful to directly compare CS-
based vaccine candidates, including the industry-standard RTS,S, in a standardized hybrid Pb/
Pf challenge model as a preclinical selection tool. A number of CS-based vaccines have been de-
veloped recently [40–43]. Typically, protective efficacy has been determined using different
challenge methods and different chimeric rodent parasites, making comparisons difficult. For
example, hybrid Pb/Pf parasites used herein express an extended CS repeat region from the Pf
CS protein [16], whereas, other hybrid Pb/Pf parasites used for challenge experiments [40,42]
contain the full-length Pf CS protein [44].

In the absence of head-to-head comparative studies to date, the WHc(C61S)-Mal-78-3T
candidate embodies a number of unique characteristics that may be advantageous in compari-
son to other CS-vaccine candidates. The enhanced immunogenicity and protective efficacy of
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WHc(C61S)-Mal-78-3T suggests that the suboptimal performance of a preerythrocytic vaccine
candidate is not likely due to the selection of the CS repeat region as a target or to a paucity of
B cell epitopes, but rather to insufficient production of protective Abs. For example, the RTS,S
vaccine shares similar CS-specific B and T cell epitopes with WHc(C61S)-Mal-78-3T but the
carrier moieties are markedly different. WHc(C61S)-Mal-78-3T efficiently self-assembles into
hybrid VLPs, which are stable even at 65°C, whereas the HBsAg-based RTS,S requires the addi-
tion of excess native HBsAg particles. Compared to the HBsAg, hepadnavirus nucleocapsids
are inherently more immunogenic in mice and humans during natural infection or after im-
munization [45–48], are less susceptible to MHC restricted non-responsiveness and can func-
tion as T cell-independent immunogens [45,48]. Finally, use of the WHcAg would circumvent
HBV-specific immune tolerance present in populations endemic for HBV that are often en-
demic for malaria as well [38]. As a practical matter, WHcAg-CS VLPs are produced in high
yields in bacteria and are extremely heat stable, therefore, production costs are relatively low
and no cold-chain is required.

The immunogenicity and protective efficacy of WHcAg hybrid VLPs carrying P. vivax CS
repeat B cell epitopes demonstrates the power and flexibility of the WHcAg VLP combinatorial
technology, especially when combined with the hybrid Pb/Pv sporozoite technology [17] used
for challenge experiments. In fact, WHc-Pv-78 VLPs represent the first example of a P. vivax
immunogen capable of eliciting sterile immunity to blood stage infection in this hybrid Pb/Pv
challenge model after active immunization. It is notable that passive transfer of 400 μg of the P.
vivax CS-specific Mab 2F2 was not able to confer sterile immunitiy against a 5 min exposure to
the bites of 4 Pb/Pv-infected mosquitoes [17]. The failure of Mab 2F2 to transfer sterile immu-
nity demonstrates that Pb/Pv sporozoites are highly infectious and represent a stringent model
to evaluate the protective efficacy of P. vivax CS-targeted immunogens such as WHc-Pv-78.
The CS repeat epitopes and variants from other P. vivax strains can also be inserted onto
WHcAg-CS hybrid VLPs. Further development of P. falciparum and P. vivax-specific WHcAg-
CS hybrid VLPs would allow their use either separately or combined in a bivalent malaria vac-
cine, depending on the regional malaria threat.

Supporting Information
S1 Fig. Development and characterization of hybrid PB/PF parasites carrying the PF
C-Terminus (PB/PF-CSP-CT). (A) Scheme representing the strategy used for replacing the
CSP gene of P. berghei (ANKA) with the P. falciparum (3D7) C-terminal region. The annealing
sites of the primers used to verify recombination by PCR are indicated below. Restriction sites
shown are K—KpnI; Se-SexAI; P-PacI; Xh—XhoI; S—SacI. (B) The resulting amino acid se-
quence of the hybrid CS protein. The sequence derived from the P. falciparum (3D7) sequence
is depicted in red text.
(TIF)

S2 Fig. CS Epitope Sequences. (A) Amino acid sequences of each epitope engineered onto the
WHc VLPs (see Fig 1 for list of VLPs). (B) Amino acid sequences of the synthetic peptides
used for antibody titer determination by ELISA.
(TIF)

S3 Fig. Only anti-CS repeat antibodies protect against a sporozoite challenge.Mice were
immunized with rCS and sera either unadsorbed or adsorbed with NANP/NVDP-containing
VLPs (ΔNANP, NVDP) were incubated with 10,000 sporozoites prior to challenge. NMS, nor-
mal mouse sera.
(TIF)
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S4 Fig. Comparison of WHc-CS VLPs containing malaria-specific T cell epitopes. Groups
of 3 mice were immunized (2 doses: 20 μg and 10 μg in IFAd) with the indicated WHcAg hy-
brid VLPs. Secondary antisera were pooled and serially diluted and analyzed by ELISA for
binding to solid-phase WHcAg, NANP and NVDP. End-point titers of pooled sera are shown.
(TIF)

S5 Fig. Conservation of T cell epitopes on P. falciparum and P. berghei CS. Alignment of the
P. berghei UTC, TH.3R and CS.T3 T cell domains with the P. falciparum T cell domains incor-
porated into the WHc-Mal-78-3T VLP. The percentage represents homologies between the
two sequences.
(TIF)

S1 Table. Kinetics of IgG Ab titers through primary immunization (1°) with WHc(C61S)-
Mal-78-3T, at the boost (2°) and at 3 months post-challenge.Mean endpoint dilution titers
from 9–10 mice in each group are shown.
(PDF)

S2 Table. Immunogenicity of WHc-Pv-78 VLPs.Mean endpoint dilution Ab titers shown. 1°,
primary; 2°, secondary antisera. IFA assay used Pb/Pv dry sporozoites.
(PDF)

Author Contributions
Conceived and designed the experiments: DCWDAE AET FPZ DRM. Performed the experi-
ments: DAE CJP JEJ AET. Analyzed the data: DCW DAE AET FPZ DRM. Contributed re-
agents/materials/analysis tools: DCW DAE CJP DLP. Wrote the paper: DCW DAE FPZ DRM.

References
1. Guerra CA, Snow RW, Hay SI. Mapping the global extent of malaria in 2005. Trends Parasitol. 2006;

22: 353–358. PMID: 16798089

2. Murray CJ, Rosenfeld LC, Lim SS, Andrews KG, Foreman KJ, Haring D, et al. Global malaria mortality
between 1980 and 2010: a systematic analysis. The Lancet. 2012; 379: 413–431.

3. Stoute JA, Kester KE, Krzych U, Wellde BT, Hall T, White K, et al. Long-term efficacy and immune re-
sponses following immunization with the RTS,S malaria vaccine. J Infect Dis. 1998; 178: 1139–44.
PMID: 9806046

4. Webster DP, Dunachie S, Vuola JM, Berthoud T, Keating S, Laidlaw SM, et al. Enhanced T cell-mediat-
ed protection against malaria in human challenges by using the recombinant poxviruses FP9 and modi-
fied vaccinia virus Ankara. Proc Natl Acad Sci U S A. 2005; 102: 4836–4841. doi: 10.1073/pnas.
0406381102 PMID: 15781866

5. Gordon DM, McGovern TW, Krzych U, Cohen JC, Schneider I, LaChance R, et al. Safety, immunoge-
nicity, and efficacy of a recombinantly produced Plasmodium falciparum circumsporozoite protein-hep-
atitis B surface antigen subunit vaccine. J Infect Dis. 1995; 171: 1576–85. PMID: 7769295

6. Stoute JA, Slaoui M, Heppner DG, Momin P, Kester KE, Desmons P, et al. A preliminary evaluation of a
recombinant circumsporozoite protein vaccine against Plasmodium falciparummalaria. RTS,S Malaria
Vaccine Evaluation Group. N Engl J Med. 1997; 336: 86–91. PMID: 8988885

7. Bojang KA, Milligan PJ, Pinder M, Vigneron L, Alloueche A, Kester KE, et al. Efficacy of RTS,S/AS02
malaria vaccine against Plasmodium falciparum infection in semi-immune adult men in The Gambia: a
randomised trial. Lancet. 2001; 358: 1927–34. PMID: 11747915

8. Alloueche A, Milligan P, Conway DJ, Pinder M, Bojang K, Doherty T, et al. Protective efficacy of the
RTS,S/AS02 Plasmodium falciparummalaria vaccine is not strain specific. Am J Trop Med Hyg. 2003;
68: 97–101. PMID: 12556156

9. Alonso PL, Sacarlal J, Aponte JJ, Leach A, Macete E, Milman J, et al. Efficacy of the RTS,S/AS02A
vaccine against Plasmodium falciparum infection and disease in young African children: randomised
controlled trial. Lancet. 2004; 364: 1411–20. PMID: 15488216

Epitope-Focused VLPs Elicit Sterile Immunity to Malaria

PLOS ONE | DOI:10.1371/journal.pone.0124856 May 1, 2015 20 / 22

http://www.plosone.org/article/fetchSingleRepresentation.action?uri=info:doi/10.1371/journal.pone.0124856.s004
http://www.plosone.org/article/fetchSingleRepresentation.action?uri=info:doi/10.1371/journal.pone.0124856.s005
http://www.plosone.org/article/fetchSingleRepresentation.action?uri=info:doi/10.1371/journal.pone.0124856.s006
http://www.plosone.org/article/fetchSingleRepresentation.action?uri=info:doi/10.1371/journal.pone.0124856.s007
http://www.ncbi.nlm.nih.gov/pubmed/16798089
http://www.ncbi.nlm.nih.gov/pubmed/9806046
http://dx.doi.org/10.1073/pnas.0406381102
http://dx.doi.org/10.1073/pnas.0406381102
http://www.ncbi.nlm.nih.gov/pubmed/15781866
http://www.ncbi.nlm.nih.gov/pubmed/7769295
http://www.ncbi.nlm.nih.gov/pubmed/8988885
http://www.ncbi.nlm.nih.gov/pubmed/11747915
http://www.ncbi.nlm.nih.gov/pubmed/12556156
http://www.ncbi.nlm.nih.gov/pubmed/15488216


10. Aponte JJ, Aide P, RenomM, Mandomando I, Bassat Q, Sacarlal J, et al. Safety of the RTS,S/AS02D
candidate malaria vaccine in infants living in a highly endemic area of Mozambique: a double blind ran-
domised controlled phase I/IIb trial. Lancet. 2007; 370: 1543–51. PMID: 17949807

11. Olotu A, Fegan G, Wambua J, Nyangweso G, Awuondo KO, Leach A, et al. Four-year efficacy of RTS,
S/AS01E and its interaction with malaria exposure. N Engl J Med. 2013; 368: 1111–1120. doi: 10.1056/
NEJMoa1207564 PMID: 23514288

12. Duffy PE, Sahu T, Akue A, Milman N, Anderson C. Pre-erythrocytic malaria vaccines: identifying the tar-
gets. Expert Rev Vaccines. 2012; 11: 1261. doi: 10.1586/erv.12.92 PMID: 23176657

13. Schödel F, Wirtz R, Peterson D, Hughes J, Warren R, Sadoff J, et al. Immunity to malaria elicited by hy-
brid hepatitis B virus core particles carrying circumsporozoite protein epitopes. J Exp Med. 1994; 180:
1037–46. PMID: 7520465

14. Schödel F, Peterson D, Milich DR, Charoenvit Y, Sadoff J, Wirtz R. Immunization with hybrid hepatitis B
virus core particles carrying circumsporozoite antigen epitopes protects mice against Plasmodium yoe-
lii challenge. Behring Inst Mitt. 1997; 98: 114–9. PMID: 9382731

15. Milich DR, Hughes J, Jones J, Sällberg M, Phillips TR. Conversion of poorly immunogenic malaria re-
peat sequences into a highly immunogenic vaccine candidate. Vaccine. 2001; 20: 771–88. PMID:
11738741

16. Persson C, Oliveira GA, Sultan AA, Bhanot P, Nussenzweig V, Nardin E. Cutting edge: a new tool to
evaluate human pre-erythrocytic malaria vaccines: rodent parasites bearing a hybrid Plasmodium fal-
ciparum circumsporozoite protein. J Immunol. 2002; 169: 6681–5. PMID: 12471098

17. Espinosa DA, Yadava A, Angov E, Maurizio PL, Ockenhouse CF, Zavala F. Development of a Chimeric
Plasmodium berghei Strain Expressing the Repeat Region of the P. vivax Circumsporozoite Protein for
In Vivo Evaluation of Vaccine Efficacy. Infect Immun. 2013; 81: 2882–2887. doi: 10.1128/IAI.00461-13
PMID: 23716612

18. Billaud J-N, Peterson D, Barr M, Chen A, Sallberg M, Garduno F, et al. Combinatorial approach to
hepadnavirus-like particle vaccine design. J Virol. 2005; 79: 13656–66. PMID: 16227285

19. Aida Y, Pabst MJ. Removal of endotoxin from protein solutions by phase separation using triton X-114.
J Immunol Methods. 1990; 132: 191–195. doi: 10.1016/0022-1759(90)90029-U PMID: 2170533

20. Liu S, Tobias R, McClure S, Styba G, Shi Q, Jackowski G. Removal of Endotoxin from Recombinant
Protein Preparations. Clin Biochem. 1997; 30: 455–463. doi: 10.1016/S0009-9120(97)00049-0 PMID:
9316739

21. Whitacre David, Espinosa Diego, Peterson Darrell, Zavala Fidel, Milich David. Chapter 13: Use of
VLPs in the Design of Malaria Vaccines. In: Khudyakov Yury, Pumpens Paul, editors. Viral Nanotech-
nology. CRC Press; 2015. p. 536. Available: http://www.crcpress.com/product/isbn/9781466583528

22. Cerami C, Frevert U, Sinnis P, Takacs B, Clavijo P, Santos MJ, et al. The basolateral domain of the he-
patocyte plasmamembrane bears receptors for the circumsporozoite protein of plasmodium falciparum
sporozoites. Cell. 1992; 70: 1021–1033. doi: 10.1016/0092-8674(92)90251-7 PMID: 1326407

23. Cockburn IA, Tse S-W, Radtke AJ, Srinivasan P, Chen Y-C, Sinnis P, et al. Dendritic Cells and Hepato-
cytes Use Distinct Pathways to Process Protective Antigen from Plasmodium in vivo. PLoS Pathog.
2011; 7: e1001318. doi: 10.1371/journal.ppat.1001318 PMID: 21445239

24. Ménard R, Janse C. Gene Targeting in Malaria Parasites. Methods. 1997; 13: 148–157. doi: 10.1006/
meth.1997.0507 PMID: 9405198

25. Bruña-Romero O, Hafalla JCR, González-Aseguinolaza G, Sano G, Tsuji M, Zavala F. Detection of ma-
laria liver-stages in mice infected through the bite of a single Anopheles mosquito using a highly sensi-
tive real-time PCR. Int J Parasitol. 2001; 31: 1499–1502. doi: 10.1016/S0020-7519(01)00265-X PMID:
11595237

26. Aley SB, Bates MD, Tam JP, Hollingdale MR. Synthetic peptides from the circumsporozoite proteins of
Plasmodium falciparum and Plasmodium knowlesi recognize the human hepatoma cell line HepG2-
A16 in vitro. J Exp Med. 1986; 164: 1915–22. PMID: 3023519

27. Rathore D, Nagarkatti R, Jani D, Chattopadhyay R, de la Vega P, Kumar S, et al. An immunologically
cryptic epitope of Plasmodium falciparum circumsporozoite protein facilitates liver cell recognition and
induces protective antibodies that block liver cell invasion. J Biol Chem. 2005; 280: 20524–9. PMID:
15781464

28. White K, Krzych U, Gordon DM, Porter TG, Richards RL, Alving CR, et al. Induction of cytolytic and anti-
body responses using Plasmodium falciparum repeatless circumsporozoite protein encapsulated in li-
posomes. Vaccine. 1993; 11: 1341–6. PMID: 7507624

29. Calle JM, Nardin EH, Clavijo P, Boudin C, Stüber D, Takacs B, et al. Recognition of different domains of
the Plasmodium falciparum CS protein by the sera of naturally infected individuals compared with those
of sporozoite-immunized volunteers. J Immunol. 1992; 149: 2695–701. PMID: 1401909

Epitope-Focused VLPs Elicit Sterile Immunity to Malaria

PLOS ONE | DOI:10.1371/journal.pone.0124856 May 1, 2015 21 / 22

http://www.ncbi.nlm.nih.gov/pubmed/17949807
http://dx.doi.org/10.1056/NEJMoa1207564
http://dx.doi.org/10.1056/NEJMoa1207564
http://www.ncbi.nlm.nih.gov/pubmed/23514288
http://dx.doi.org/10.1586/erv.12.92
http://www.ncbi.nlm.nih.gov/pubmed/23176657
http://www.ncbi.nlm.nih.gov/pubmed/7520465
http://www.ncbi.nlm.nih.gov/pubmed/9382731
http://www.ncbi.nlm.nih.gov/pubmed/11738741
http://www.ncbi.nlm.nih.gov/pubmed/12471098
http://dx.doi.org/10.1128/IAI.00461-13
http://www.ncbi.nlm.nih.gov/pubmed/23716612
http://www.ncbi.nlm.nih.gov/pubmed/16227285
http://dx.doi.org/10.1016/0022-1759(90)90029-U
http://www.ncbi.nlm.nih.gov/pubmed/2170533
http://dx.doi.org/10.1016/S0009-9120(97)00049-0
http://www.ncbi.nlm.nih.gov/pubmed/9316739
http://www.crcpress.com/product/isbn/9781466583528
http://dx.doi.org/10.1016/0092-8674(92)90251-7
http://www.ncbi.nlm.nih.gov/pubmed/1326407
http://dx.doi.org/10.1371/journal.ppat.1001318
http://www.ncbi.nlm.nih.gov/pubmed/21445239
http://dx.doi.org/10.1006/meth.1997.0507
http://dx.doi.org/10.1006/meth.1997.0507
http://www.ncbi.nlm.nih.gov/pubmed/9405198
http://dx.doi.org/10.1016/S0020-7519(01)00265-X
http://www.ncbi.nlm.nih.gov/pubmed/11595237
http://www.ncbi.nlm.nih.gov/pubmed/3023519
http://www.ncbi.nlm.nih.gov/pubmed/15781464
http://www.ncbi.nlm.nih.gov/pubmed/7507624
http://www.ncbi.nlm.nih.gov/pubmed/1401909


30. Kumar KA, Sano G, Boscardin S, Nussenzweig RS, Nussenzweig MC, Zavala F, et al. The circumspor-
ozoite protein is an immunodominant protective antigen in irradiated sporozoites. Nature. 2006; 444:
937–40. PMID: 17151604

31. Zavala F, Cochrane AH, Nardin EH, Nussenzweig RS, Nussenzweig V. Circumsporozoite proteins of
malaria parasites contain a single immunodominant region with two or more identical epitopes. J Exp
Med. 1983; 157: 1947–57. PMID: 6189951

32. Zavala F, Tam JP, Hollingdale MR, Cochrane AH, Quakyi I, Nussenzweig RS, et al. Rationale for devel-
opment of a synthetic vaccine against Plasmodium falciparummalaria. Science. 1985; 228: 1436–40.
PMID: 2409595

33. Good MF, Berzofsky JA, MaloyWL, Hayashi Y, Fujii N, Hockmeyer WT, et al. Genetic control of the im-
mune response in mice to a Plasmodium falciparum sporozoite vaccine. Widespread nonresponsive-
ness to single malaria T epitope in highly repetitive vaccine. J Exp Med. 1986; 164: 655–660. PMID:
2425037

34. Good MF, Pombo D, Quakyi IA, Riley EM, Houghten RA, Menon A, et al. Human T-cell recognition of
the circumsporozoite protein of Plasmodium falciparum: immunodominant T-cell domains map to the
polymorphic regions of the molecule. Proc Natl Acad Sci. 1988; 85: 1199–1203. PMID: 2448793

35. White MT, Bejon P, Olotu A, Griffin JT, Riley EM, Kester KE, et al. The relationship between RTS,S vac-
cine-induced antibodies, CD4+ T cell responses and protection against Plasmodium falciparum infec-
tion. PLoS One. 2013; 8: e61395. doi: 10.1371/journal.pone.0061395 PMID: 23613845

36. Birkett A, Lyons K, Schmidt A, Boyd D, Oliveira GA, Siddique A, et al. A modified hepatitis B virus core
particle containing multiple epitopes of the Plasmodium falciparum circumsporozoite protein provides a
highly immunogenic malaria vaccine in preclinical analyses in rodent and primate hosts. Infect Immun.
2002; 70: 6860–70. PMID: 12438363

37. Walther M, Dunachie S, Keating S, Vuola JM, Berthoud T, Schmidt A, et al. Safety, immunogenicity and
efficacy of a pre-erythrocytic malaria candidate vaccine, ICC-1132 formulated in Seppic ISA 720. Vac-
cine. 2005; 23: 857–64. PMID: 15603885

38. Billaud J- N, Peterson D, Lee BO, Maruyama T, Chen A, Sallberg M, et al. Advantages to the use of ro-
dent hepadnavirus core proteins as vaccine platforms. Vaccine. 2007; 25: 1593–606. PMID: 17178179

39. Lee BO, Tucker A, Frelin L, Sallberg M, Jones J, Peters C, et al. Interaction of the hepatitis B core anti-
gen and the innate immune system. J Immunol. 2009; 182: 6670–81. doi: 10.4049/jimmunol.0803683
PMID: 19454661

40. Kaba SA, McCoy ME, Doll TAPF, Brando C, Guo Q, Dasgupta D, et al. Protective antibody and CD8+
T-cell responses to the Plasmodium falciparum circumsporozoite protein induced by a nanoparticle
vaccine. PLoS One. 2012; 7: e48304. doi: 10.1371/journal.pone.0048304 PMID: 23144750

41. Kastenmüller K, Espinosa DA, Trager L, Stoyanov C, Salazar AM, Pokalwar S, et al. Full-length Plas-
modium falciparum circumsporozoite protein administered with long-chain poly(I C) or the Toll-like re-
ceptor 4 agonist glucopyranosyl lipid adjuvant-stable emulsion elicits potent antibody and CD4+ T cell
immunity and protection in mice. Infect Immun. 2013; 81: 789–800. doi: 10.1128/IAI.01108-12 PMID:
23275094

42. Porter MD, Nicki J, Pool CD, DeBot M, Illam RM, Brando C, et al. Transgenic parasites stably express-
ing full-length Plasmodium falciparum circumsporozoite protein as a model for vaccine down-selection
in mice using sterile protection as an endpoint. Clin Vaccine Immunol. 2013; 20: 803–10. doi: 10.1128/
CVI.00066-13 PMID: 23536694

43. Przysiecki C, Lucas B, Mitchell R, Carapau D, Wen Z, Xu H, et al. Sporozoite neutralizing antibodies
elicited in mice and rhesus macaques immunized with a Plasmodium falciparum repeat peptide conju-
gated to meningococcal outer membrane protein complex. Front Cell Infect Microbiol. 2012; 2: 146. doi:
10.3389/fcimb.2012.00146 PMID: 23226683

44. Tewari R, Spaccapelo R, Bistoni F, Holder AA, Crisanti A. Function of region I and II adhesive motifs of
Plasmodium falciparum circumsporozoite protein in sporozoite motility and infectivity. J Biol Chem.
2002; 277: 47613–8. PMID: 12244064

45. Milich DR, McLachlan A. The nucleocapsid of hepatitis B virus is both a T-cell-independent and a T-
cell-dependent antigen. Science. 1986; 234: 1398–401. PMID: 3491425

46. Hoofnagle JH, Gerety RJ, Barker LF. Antibody to hepatitis-B-virus core in man. Lancet. 1973; 2: 869–
73. PMID: 4126916

47. Betancourt AA, Delgado CAG, Estévez ZC, Martínez JC, Ríos GV, Aureoles-Roselló SRM, et al.
Phase I clinical trial in healthy adults of a nasal vaccine candidate containing recombinant hepatitis B
surface and core antigens. Int J Infect Dis. 2007; 11: 394–401. PMID: 17257877

48. Alper CA. The human immune response to hepatitis B surface antigen. Exp Clin Immunogenet. 1995;
12: 171–81. PMID: 8534503

Epitope-Focused VLPs Elicit Sterile Immunity to Malaria

PLOS ONE | DOI:10.1371/journal.pone.0124856 May 1, 2015 22 / 22

http://www.ncbi.nlm.nih.gov/pubmed/17151604
http://www.ncbi.nlm.nih.gov/pubmed/6189951
http://www.ncbi.nlm.nih.gov/pubmed/2409595
http://www.ncbi.nlm.nih.gov/pubmed/2425037
http://www.ncbi.nlm.nih.gov/pubmed/2448793
http://dx.doi.org/10.1371/journal.pone.0061395
http://www.ncbi.nlm.nih.gov/pubmed/23613845
http://www.ncbi.nlm.nih.gov/pubmed/12438363
http://www.ncbi.nlm.nih.gov/pubmed/15603885
http://www.ncbi.nlm.nih.gov/pubmed/17178179
http://dx.doi.org/10.4049/jimmunol.0803683
http://www.ncbi.nlm.nih.gov/pubmed/19454661
http://dx.doi.org/10.1371/journal.pone.0048304
http://www.ncbi.nlm.nih.gov/pubmed/23144750
http://dx.doi.org/10.1128/IAI.01108-12
http://www.ncbi.nlm.nih.gov/pubmed/23275094
http://dx.doi.org/10.1128/CVI.00066-13
http://dx.doi.org/10.1128/CVI.00066-13
http://www.ncbi.nlm.nih.gov/pubmed/23536694
http://dx.doi.org/10.3389/fcimb.2012.00146
http://www.ncbi.nlm.nih.gov/pubmed/23226683
http://www.ncbi.nlm.nih.gov/pubmed/12244064
http://www.ncbi.nlm.nih.gov/pubmed/3491425
http://www.ncbi.nlm.nih.gov/pubmed/4126916
http://www.ncbi.nlm.nih.gov/pubmed/17257877
http://www.ncbi.nlm.nih.gov/pubmed/8534503


<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /CMYK
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments true
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile ()
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<

    /BGR <>
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000410064006f006200650020005000440046002065876863900275284e8e9ad88d2891cf76845370524d53705237300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef69069752865bc9ad854c18cea76845370524d5370523786557406300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /CZE <>
    /DAN <>
    /DEU <>
    /ESP <>
    /ETI <>
    /FRA <>
    /GRE <>

    /HRV (Za stvaranje Adobe PDF dokumenata najpogodnijih za visokokvalitetni ispis prije tiskanja koristite ove postavke.  Stvoreni PDF dokumenti mogu se otvoriti Acrobat i Adobe Reader 5.0 i kasnijim verzijama.)
    /HUN <>
    /ITA <>
    /JPN <FEFF9ad854c18cea306a30d730ea30d730ec30b951fa529b7528002000410064006f0062006500200050004400460020658766f8306e4f5c6210306b4f7f75283057307e305930023053306e8a2d5b9a30674f5c62103055308c305f0020005000440046002030d530a130a430eb306f3001004100630072006f0062006100740020304a30883073002000410064006f00620065002000520065006100640065007200200035002e003000204ee5964d3067958b304f30533068304c3067304d307e305930023053306e8a2d5b9a306b306f30d530a930f330c8306e57cb30818fbc307f304c5fc59808306730593002>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020ace0d488c9c80020c2dcd5d80020c778c1c4c5d00020ac00c7a50020c801d569d55c002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /LTH <>
    /LVI <>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken die zijn geoptimaliseerd voor prepress-afdrukken van hoge kwaliteit. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /POL <>
    /PTB <>
    /RUM <>
    /RUS <>
    /SKY <>
    /SLV <>
    /SUO <>
    /SVE <>
    /TUR <>
    /UKR <>
    /ENU (Use these settings to create Adobe PDF documents best suited for high-quality prepress printing.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /ConvertColors /ConvertToCMYK
      /DestinationProfileName ()
      /DestinationProfileSelector /DocumentCMYK
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure false
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles false
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /DocumentCMYK
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /UseDocumentProfile
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


