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Abstract

The newly emerged mosquito-borne Zika virus poses a major public challenge due to its

ability to cause significant birth defects and neurological disorders. The impact of sexual

transmission is unclear but raises further concerns about virus dissemination. No specific

treatment or vaccine is currently available, thus the development of a safe and effective vac-

cine is paramount. Here we describe a novel strategy to assemble Zika virus-like particles

(VLPs) by co-expressing the structural (CprME) and non-structural (NS2B/NS3) proteins,

and demonstrate their effectiveness as vaccines. VLPs are produced in a suspension cul-

ture of mammalian cells and self-assembled into particles closely resembling Zika viruses

as shown by electron microscopy studies. We tested various VLP vaccines and compared

them to analogous compositions of an inactivated Zika virus (In-ZIKV) used as a reference.

VLP immunizations elicited high titers of antibodies, as did the In-ZIKV controls. However, in

mice the VLP vaccine stimulated significantly higher virus neutralizing antibody titers than

comparable formulations of the In-ZIKV vaccine. The serum neutralizing activity elicited by

the VLP vaccine was enhanced using a higher VLP dose and with the addition of an adju-

vant, reaching neutralizing titers greater than those detected in the serum of a patient who

recovered from a Zika infection in Brazil in 2015. Discrepancies in neutralization levels

between the VLP vaccine and the In-ZIKV suggest that chemical inactivation has deleteri-

ous effects on neutralizing epitopes within the E protein. This along with the inability of a

VLP vaccine to cause infection makes it a preferable candidate for vaccine development.

Author summary

Zika is an emerging mosquito-borne infection for which vaccines or specific treatments

are not available to combat and control its rapid dissemination and deleterious effects.

This work describes a novel strategy for the development of a virus-like particle (VLP)

based Zika vaccine and shows its effectiveness when tested in a murine model. VLPs are

non-infections mimics of the Zika virus, thus chemical inactivation is not required. A

VLP vaccine is able to maintain native epitopes structures and to perform better than an

inactivated Zika virus control. Our results show feasibility for the rapid development of a

safe and potentially highly effective VLP based Zika vaccine for humans.
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Introduction

Zika fever results from an infection with the Zika virus (ZIKV), which is transmitted to

humans by the bite of an infected Aedes mosquito (primarily A. aegypti). Zika virus was iso-

lated for the first time from a Rhesus monkey in the Zika Forest in Uganda in 1947 and later

from humans in Africa in 1952 [1]. The ZIKV has been transmitted in Africa for many years

through a sylvatic cycle between mosquito vectors and nonhuman primates, with occasional

human infections [2]. In recent years, however, epidemics of Zika have resulted from cycles of

transmission between vectors and humans resulting in the spread of disease beyond the Afri-

can continent into French Polynesia and other Pacific regions [3–5].

Since 2015, a dramatic spread of ZIKV that began in Brazil has taken place in South Amer-

ica and the Caribbean Islands with the occurrence of sporadic cases in travelers identified in

the USA and Europe [6]. Currently autochthonous infections have been reported in the conti-

nental US (Florida) [7]. Infection in most cases is asymptomatic or produces a mild illness.

However, contracting the virus during pregnancy is associated with birth defects, primarily

microcephaly (defective brain development) as well as eye defects and hearing deficits in the

infant [8]. Furthermore, an increase in cases of Guillain-Barre syndrome has been observed

following ZIKV infection [9]. The seriousness of these disorders imposes a tremendous burden

on public health. In addition to vector transmission, ZIKV is transmitted via sexual contact

[10, 11], and by body fluid [12–14]. These facts taken together with its often-asymptomatic

nature makes disease control even more difficult.

Zika virus is a member of the flavivirus genus within the Flaviviridae family. This family

consists of a large group of enveloped viruses, which includes dengue, yellow fever, West

Nile, Japanese encephalitis and others that possess a single stranded RNA genome of posi-

tive polarity, which serves as mRNA upon the infection of susceptible cells. The ZIKV RNA

genome encodes one open reading frame (ORF, ~10,272 nt) and translates into a single

polyprotein that similarly to other flaviviruses is co- and post-translationally cleaved by cel-

lular and virus-encoded proteases into three structural proteins (C, prM and E) and into

seven non-structural proteins (NS1, NS2A, NS2B, NS3, NS4A, NS4B and NS5.) that enable

virus replication (Fig 1A) [15, 16]. Flavivirus replication and morphogenesis occurs in close

association with intracellular membranes. Nascent virions are assembled and transported

through the secretory pathway and released at the cell surface. Enveloped virions are com-

posed of a cell-derived lipid bilayer encapsulating the C-protein wrapped viral RNA genome

and studded with 180 copies of the proteins E and M. During maturation within the secre-

tory pathway the precursor prM protein is cleaved by the host cell furin protease to produce

the small M protein and the fragment pr, which is released upon virus egress from the cell.

The viral surface displays the E protein as the major antigenic determinant of the virus and

mediates receptor binding and fusion during virus entry. Therefore, this protein is a major

target for vaccine development [17].

At this time there is no approved vaccine or specific treatment available to control, combat

or prevent ZIKV infection. Prophylactic vaccination represents a critical unmet need to

address disease spread and its effects globally. Vaccine strategies can rely on inactivated, live

attenuated, viral vectors or DNA based compositions, and some of these approaches have been

recently tested for Zika vaccine development [18]. However, safety concerns may limit their

potential. Here we describe a novel strategy to assemble and produce recombinant Zika virus-

like particles (VLPs) and demonstrate their effectiveness when used as a vaccine in an animal

model. Development of a safe and efficacious vaccine candidate will provide an effective tool

to address this public health emergency.

VLP Zika vaccine immunogenicity and efficacy
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Materials and methods

Genes and plasmids construct

The sequences encoding the structural and non-structural genes of the Zika virus (ZIKV) were

chemically synthesized by GeneArt (Life Technology) according to a specifically designed and

codon-optimized GenBank sequence: KJ776791.1, derived from Zika virus strain H/PF/2013

genome. This viral genome sequence was the most contemporary available at the time we initi-

ated this work. The synthesized DNA fragments were subcloned into the plasmid vector

pcDNA3.4 (Life Technologies) utilizing the XbaI/EcoRV restriction enzyme sites.

The non-structural genes of NS2B and viral protease NS3 were synthesized as a single

codon optimized unit and subcloned into vector pcDNA3.4 via NheI/AgeI.

Plasmids were amplified in MAX Efficiency Stbl2 Competent E. Coli Cells (Life Technolo-

gies 10268–019) and purified using an EndoFree Plasmid Maxi Kit (Qiagen, MD).

Virus, cells, and antibodies

Cultures of Vero cells (ATCC CCL-81) were maintained in VP-SFM media (Life Technologies,

CA) supplemented with 2 mM L-Glutamine, 2 mM GlutaMAX Supplement (Life Technolo-

gies, CA), 1X Non-essential amino acids solution (Life Technologies, CA), 1X ITSE (InVitria)

and 500 ng/ml rhEGF (Life Technologies, CA).

Zika viruses. ZIKV FSS 13025, a 2013 isolate, was obtained from The University of Texas

Medical Branch (UTMB) Arbovirus Reference Collection (# TVP 22623 UTMB, Galveston,

TX) and amplified in Vero cells following a low multiplicity of virus infection (MOI: 0.01).

ZIKV MR-766 was obtained from the American Type Culture Collection (ATCC) (#NR-

50065, Manassas VA) and also amplified in Vero cells at ~MOI: 0.01 and harvested 96 h post

Fig 1. Zika polyprotein processing and strategy for VLP assembly. The schematic depicts the Zika virus genome single open

reading frame (ORF) that translates into a polyprotein comprising both structural and non-structural proteins, which arise via several

proteolytic cleavages. (A) In the early stages, the complex viral protease NS3 with its cofactor NS2B (#) self-cleaves before cleaving

the capsid protein. Host cell signalase is also involved in the maturation of the polyprotein (^). As a final step, cellular furin cleaves

(5) the pr portion from the M protein to uncover E protein fusion peptide. (B) The VLP assembly strategy relies on the co-expression

of the structural protein CprME (ZO2) together with the non-structural protein NS2B/NS3Pro (ZO3). The viral NS3 protein is

truncated maintaining only its N-terminal protease domain NS3Pro, which is kept as a single transcription unit with its cofactor NS2B.

The origin of the sequence encoding these genes and the cloning strategy are described in Material and Methods.

https://doi.org/10.1371/journal.pntd.0005608.g001
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infection. The inactivated Zika virus control (In-ZIKV) was prepared using the MR-766 strain.

Purified virus (see below) was inactivated with formalin at the final concentration of 0.01%

and incubated at 37˚C for 24 h [19]. Work with Zika virus was conducted under biosafety level

2 (BSL2) containment and procedures.

Expi293 (Life Technologies, CA) cells were expanded in Expi293 medium (Life Technolo-

gies,) and transfected using Expifectamine following the manufacturer instructions (Life Tech-

nologies, CA). Monoclonal antibody 4G2 is an in-house produced and protein G purified

preparation from hybridomas D1-4G2-4-15 culture supernatant (ATCC HB-112). Monoclonal

antibodies ZV-48, ZV-64 and ZV-67 were kindly provided by Dr. M. S. Diamond [20]. Rabbit

polyclonal antibodies, anti-M (GTX133305), anti-E (GTX133314), anti-NS2B (GTX133308)

and anti-NS3 (GTX133309) were purchased from GeneTex, CA.

Horseradish peroxidase conjugated secondary antibodies anti-mouse and anti-rabbit were

purchased from Pierce Thermo Fisher, MA (#31430 and# 31460 respectively). Alkaline-phos-

phatase conjugated secondary goat anti-mouse antibody was purchased from Pierce Thermo

Fisher, MA (#31330).

The human serum was obtained from Kerafast (#EVU302) Boston, MA. The laboratory of

James E. Crowe Jr., MD, Vanderbilt University, collected this serum from an otherwise healthy

donor who contracted laboratory confirmed Zika virus infection in July 2015 following natural

exposure to mosquitoes in Brazil.

VLP production and purification

Expi293 cells in suspension culture were transfected with a 1:2 ratio of pcDNA3.4-NS2b/NS3

(ZO3) and pcDNA3.4-CprME (ZO2) at 37˚C in a 5% CO2 environment and agitated at

150 rpm. Transfected cells were harvested 72 h post-transfection and clarified via two succes-

sive centrifugations. The first clarification was performed at 400g for 10 min at 4˚C followed

by a second clarification at 10,000g for 10 min at 4˚C. The remaining proteins in the superna-

tant were precipitated using 8% (w/v) of polyethylene glycol 8000 and incubated overnight at

4˚C. A protein pellet was collected after centrifugation at 14,000g for 30 min at 4˚C and loaded

onto a 20% w/v sucrose cushion in TNE buffer (10 mM Tris-HCl, pH 8.0, 120 mM NaCl and 1

mM EDTA) and spun by ultracentrifugation at 150,000g for 2 h at 4˚C. The pellet was resus-

pended in TNE buffer. Viruses and VLP were then purified by ultracentrifugation through a

linear potassium tartrate 10–35% (w/v) / glycerol 7–30% (v/v) density gradient at 180,000g for

4 h at 4˚C. Fractions were collected and analyzed by dot blot using 4G2 monoclonal mouse

antibody. The 4G2 MAb reacts with dengue, Zika and other flavivirus [21] and has been

shown to recognize a conformational epitope within domain II of the dengue E protein [17]

and presumably recognizes a similar epitope in the Zika virus. Selected fractions were further

purified and concentrated using Amicon Ultra Centrifugal Filter Unit (Millipore, MA).

Dot blot, Western blot and Coomassie blue stain

The cell protein content was analyzed after clarification of transfected Expi293 cells. The cell

pellets were lysed with RIPA buffer (Pierce Thermo Fisher, MA) according to the vendor pro-

tocol. For Western blotting, cell lysates and concentrated culture supernatants were loaded

onto a 4–12% Bis-Tris SDS-polyacrylamide gel (Life Technologies, CA). After electrophoretic

separation, proteins were electro-transferred from the gel onto a 0.45 μm nitrocellulose mem-

brane (Life Technologies LC2001). For dot blot analysis, 3 μl of sample was applied to a

0.45 μm nitrocellulose membrane and allowed to dry for 5 min. The nitrocellulose membranes

were then blocked with 5% non-fat milk in TBST (10 mM Tris-HCl, pH 7.4, 130 mM

NaCl, 2.7 mM KCl and 0.1% Tween-20) for 1 h at room temperature followed by overnight

VLP Zika vaccine immunogenicity and efficacy
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incubation at room temperature in primary antibody diluted with blocking buffer. Membranes

were washed 3 times with 1X TBST and then incubated for 2 h with secondary antibody

diluted in blocking solution. Finally, membranes were washed 3 times with 1X TBST and

developed with ECL system (Life Technologies, CA).

The total protein concentration was determined using the Bradford method. The E protein

content in the purified VLPs and inactivated ZIKV (In-ZIKV) was determined using densi-

tometry analysis of Coomassie blue stained SDS-PAGE gels. Different concentrations of a BSA

standard were loaded onto the same gel. The stained gel image was acquired with a FluorChem

M imager instrument (Protein Simple, CA). The optical density of the bands was analyzed

using Alphaview software. The BSA concentrations were used to establish standard curve and

parameters of the linear regression curve were used to determine E protein concentration of

each VLP vaccine and In-ZIKV. Dot blot were performed with purified and quantified VLP or

ZIKV and the amount of sample applied is specified in the corresponding figure legend.

Negative staining and immuno-gold labeling TEM

VLP or Zika virus samples were prepared for TEM examination as follow: Samples for immu-

nogold labeling TEM (2.5 μl) were loaded onto CF200-CU carbon film 200 mesh copper grid

(product of Electron Microscopy Science) and incubated for 5 min at room temperature, then

washed with PBS, blocked in 1% BSA in PBS for 5 min and incubated on the surface of a pri-

mary antibody drop for 30 min at room temperature. We use two antibodies, the mouse MAb

4G2 diluted 1:500 in PBS and a polyclonal human serum from a Zika virus infected patient

diluted 1:20 dilution in PBS. The grids were then washed 6 times with PBS and incubated on

the surface of a drop of secondary antibody conjugated with gold beads for 30 min. A goat

anti-mouse antibody conjugated with 10 nm gold beads was used with the mouse MAb 4G2

and a goat anti-human antibody conjugated with 6 nm gold beads was used with the human

serum. Grids were finally washed 6 times with PBS, and then fixed for 15 min with 4% parafor-

maldehyde in PBS, washed with PBS and subsequently washed twice with 0.2M Sodium caco-

dylate buffer and finally stained with 1% uranyl acetate solution.

Mouse immunogenicity and efficacy study

The aim of the study was to determine the immunogenicity and efficacy of a VLP-based Zika

vaccine and its capacity to elicit a strong neutralizing serum protective immune response.

Experimental groups comprised eight mice (n = 8) in order to study pairs of subjects while

being able to reject a null hypothesis with statistical power of>99% and a standard deviation

of 19. The alpha (α) error probability associated with this test is 0.01.

Nine groups of 6 to 8-week old female BALB/c mice (n = 8) were inoculated twice (day 0

and day 24) via the intramuscular (IM) route with either VLP vaccine, formalin inactivated

ZIKV MR-766 (In-ZIKV) control or PBS plus adjuvant negative control (Neg. Ctr.). Mice

received doses of either 1 μg or 4 μg of total E protein content formulated alone or admixed in

a 1:1 volume ratio with a squalene-based oil-in-water nano-emulsion AddaVax (InvivoGen,

CA). Serum samples were collected from all animals at day 42.

Evaluation of serum antibody levels by ELISA

Serum IgG titers against Zika viruses were determined by ELISA. Briefly, assays were per-

formed in 96-well plates coated with 50 μl/well of purified and inactivated Zika virus MR-766

or FSS-13025 (2 μg/ml total protein concentration) at 4˚C overnight. Subsequently, plates

were washed 3 times with PBS-T (0.05% Tween-20 in phosphate buffered saline) and then

blocked with 100 μl of blocking solution (5% non-fat milk in PBS-T) for 1 h at room

VLP Zika vaccine immunogenicity and efficacy
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temperature (RT). Vaccine and control sera were diluted in fourfold series in blocking buffer

and applied to each well in triplicate and incubated for 2 h at RT. After 6 washes with PBS-T,

plates were incubated for 2 h at RT with 50 μl of HRP-conjugated goat anti-mouse IgG (H+L)

secondary antibody diluted (1:5000) in blocking buffer). Subsequently, plates were washed 6

times with PBS-T and developed by adding 50 μl per well of Ultra TMB solution (Thermo Sci-

entific, MA) for 20 min of incubation and stopped with 100 μl of stop solution (2 M HCL solu-

tion). ELISA end-point titer for each group was calculated as the reciprocal of the highest

dilution with OD value 2σ above the mean of the negative control wells.

Plaque reduction neutralization test (PRNT)

The plaque reduction neutralization test was carried out in Vero cells using sera from immu-

nized mice and either MR-766, or FSS-13025 Zika viruses following the method described for

the evaluation of flavivirus vaccine efficacy [22, 23]. Briefly, ZIKV was amplified and titrated

in Vero cells using the same plaque visualization procedure described below. Vero cells were

seeded in 24-well plates at a density of 6x104 cells per well 24 h prior to the initiation of the

test. Control and test sera were heat inactivated at 56˚C for 30 min. Starting at a 1:20 dilution,

the sera were two-fold serially diluted with cell culture media supplemented with penicillin

and streptomycin. Equal volumes of diluted virus to form ~60 plaques per well were added to

each serum dilution. The sera-virus mixtures were incubated for 1 h at 37˚C in a 5% CO2 envi-

ronment. Afterwards, each dilution was applied in duplicated to wells of 85% confluent mono-

layer of Vero cells and incubated for 90 min at 37˚C in a 5% CO2 incubator. Thereafter, the

inocula were removed and a 1 ml overlay of 1.8% carboxymethyl cellulose (CMC) in culture

medium was added to each well. Plates were then incubated for 3 days at which time the CMC

overlay was removed, cells washed with PBST (phosphate buffer saline plus 0.05% Tween 20)

and fixed with cold 80% acetone for 10 min at -20˚C. Subsequently, plates were washed with

PBST and then incubated with blocking buffer (2.5% non-fat milk in 0.5% of Triton X-100

PBS solution) for 1 h in a 37˚C incubator. After one wash, the primary antibody (MAb 4G2)

diluted 1:500 in blocking buffer was applied for 2 h at RT, followed by two PBST washes and

incubation for 1 h at RT with a goat anti-mouse AP conjugated secondary antibody diluted

(1:2000) in blocking buffer. Finally, plates were washed twice with PBST and once with alka-

line phosphate buffer (APB: 100 mM Tris-HCl pH9.0, 150 mM NaCl, 1 mM MgCl2). Viral pla-

ques were detected by adding the alkaline phosphate (AP) substrate nitro blue tetrazolium

chloride (NTB) and 5-brome-4-chlore-3-indolyl phosphate (BCIP) prepared and used as fol-

lows: Combine 33 μl of NTB (50 mg/ml in 70% dimethylformamide) with 5 ml of APB mix

well and then add 16.5 μl of BCIP (50 mg/ml in 100% dimethylformamide) and the mixture

should be used within 1 h of preparation. Plaques were counted and PRNT50s were deter-

mined using the PROBIT method [24]. The neutralization power calculated is expressed as the

reciprocal of the highest serum dilution that neutralizes 50% of the virus and the histograms

represent the average neutralization 50% per group and their standard deviations.

Antibody-dependent enhancement (ADE) assay of DENV-2 infection

Suspension cultures of U937 cells grown in RPMI supplemented with 10% of FBS were used in

the ADE assay, which was performed according to Diamond et. at. [25]. Prior to the initiation

of the experiment (72h), the U397 cells were differentiated toward the granulocyte or macro-

phage lineage by the addition of dimethyl sulfoxide (DMSO; 1.25%) [25]. DENV-2 virus (50μl)

was mixed with diluted serum samples (four for each vaccine group) and controls (virus alone

or 4G2 MAb-200ng) and then added to 2.5x105 cells resulting in a multiplicity of infection of 3

(MOI: 3). The resulting mixture of cells, virus and serum was incubated for 2 h at 37˚C.

VLP Zika vaccine immunogenicity and efficacy
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Subsequently, cells were washed four times to remove free virus, suspended in culture medium

and then incubated for 96 h at 37˚C. Thereafter, virus titers in the culture supernatants were

determined by plaque assay as described above in the PRNT assay.

Statistics

All statistical calculations were carried out using GraphPad Prism 4 software. Tests between

two groups used two-tailed Student’s t-test. The P-value was calculated for <0.05 level of

significance.

Ethical statement

Mouse studies were carried out in the Department of Comparative Medicine, Animal Facility

of the New York Medical College, Valhalla, NY. All animals were cared for in compliance with

the Guide for the Care and Use of Laboratory Animals and all experiments were approved by

the New York Medical College’s IACUC. Mice were housed in an AAALAC-accredited

facility.

Results

Strategy for the assembly of Zika virus-like particles (VLPs)

Early studies on flavivirus replication have demonstrated that together with complete infec-

tious virions, particles are also produced that lack the viral RNA genome, which have been

termed small, non infectious subviral particles (SVPs) or virus-like particles (VLPs) [26].

Assembly of these non-infectious particles using recombinant methods has been utilized to

study protein function, morphogenesis and structure [27–29] and to generate flaviviruses vac-

cines, which have proven to be immunogenic [30]. We have found a new and effective strategy

to assemble ZIKA VLPs and utilize them for vaccine development. Formation of VLP is

accomplished by the co-expression of the Zika virus structural proteins CprME together with a

truncated form of the protease NS3Pro linked to its cofactor NS2B constituting the viral

NS2B/NS3Pro protease complex (Fig 1B). Transfection of suspension cultures of Expi-293

cells with plasmids expressing CprME and NS2B/NS3Pro produces the structural polypeptide

CprME, which undergoes proteolytic cleavages mediated by cellular and the co-expressed

NS2B/NS3Pro proteases (Fig 1B). Expression of NS2B/NS3Pro and processing of the polypro-

tein CprME was evaluated by Western blot analysis using lysates of cells transfected with a sin-

gle plasmid expressing CprME (ZO2) or a single plasmid expressing NS2B/NS3Pro (ZO3) or a

combination of both plasmids. This analysis showed that the protease NS2B/NS3Pro was

expressed and self-cleaved rendering NS2B (~14KDa) (Fig 2D) and NS3Pro (~19KDa) (Fig

2C) when cells were transfected with the plasmid ZO3 alone (expressing NS2B/NS3Pro) or

together with ZO2 (expressing CprME) but not in cells only transfected with the plasmid ZO2

(CprME) (Fig 2C and 2D). Analysis of a ZIKV infected Vero cell lysate revealed the expression

of the full-length NS3 protein (containing both the protease and the helicase domains), which

was absent from the lysate of uninfected (mock) Vero cells (Fig 2C). Similarly, Western blot

studies demonstrated that the polyprotein CprME was expressed and processed yielding the

expected proteins E and prM, as well as intermediate cleavage products including prM and

CprM (Fig 2A and 2B). Release of prM and C from ZO2 alone seems to occur at a lower fre-

quency in the absence of the virus protease complex NS2B/NS3Pro. Therefore to detect M and

pr in ZO2 alone requires higher amount of loaded material than the one used (Fig 2B). We

were unable to detect the C protein in neither the ZIKV infected cell lysate nor the VLP trans-

fected lysates using the currently available anti-C antibody. However, the detection of E and

VLP Zika vaccine immunogenicity and efficacy
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prM suggests that C is cleaved as well. This analysis demonstrates protein expression as well as

the activity of NS2B/NS3Pro, which is able to self-cleave uncoupling NS2B and NS3Pro before

subsequently cutting of C from the polyprotein (Figs 1 and 2A–2D). Further cleavage process-

ing steps mediated by cellular signalase proteases separate E from M and C from pr. The

released E protein shows slightly greater size than the E of Zika MR-766 virus infected Vero

cells (Fig 2A), due to the lack in this ZIKV strain of four amino acids in the E protein (153–

156) including the glycosylation site asparagine (N-154), which are present in the E protein of

ZIKV H/PF/2013 used for VLP production as well as other ZIKV strains such as the more con-

temporary strain FSS-13025 used as control [31]. At the time of immunization, only the viral

strain MR-766 was available.

Production and characterization of Zika virus-like particles (VLPs)

The recombinant production of Zika VLPs was carried out in suspension cultures of Expi-

HEK293 cells following co-transfection of the plasmids ZO2 (CprME) and ZO3 (NS2B/NS3

Pro). The VLPs were harvested from the culture supernatant and purified as described in

Material and Methods. The Zika virus grown in Vero cells was subjected to an analogous puri-

fication scheme as the one described for the VLPs. The purity and identity of the protein com-

ponent of the purified VLP and Zika virus were assessed by Coomassie blue staining and

Fig 2. Analysis of protein expression and processing in lysates of transfected cells by Western blot.

Cell lysates (30μg total protein) of Expi-HEK293 transfected with plasmids ZO2 (CprME), or ZO3 (NS2B/

NS3Pro) or both (ZO2/ZO3) were probed with anti-Zika protein specific polyclonal antibodies (See Material

and Methods). Zika virus (ZIKV) infected and uninfected (mock) Vero cell were controls. (A) Anti-E specific

antibody detected E protein expression and cleavage in ZO2/ZO3 and ZO2 (lesser amount) cell lysates but

not in that of ZO3. E was also detected in ZIKV infected cells but not in the mock control. (B) The prM protein

(~32KDa) was detected in ZO2/ZO3 transfected cells as well as in ZIKV infected cells, which also showed a

small amount of M (~ 8KDa). (C) NS3Pro (~19KDa) was detected in ZO3 and ZO2/ZO3 transfected cells

whereas the full-length protease/helicase NS3 (~69KDa) was detected in ZIKV infected cells. Neither was

detected in ZO2 transfected cells or the mock control. (D) NS2B (~14KDa) was detected in ZO2 and ZO2/ZO3

transfected cells and ZIKV infected cells whereas ZO2 and mock transfected cells were negative.

https://doi.org/10.1371/journal.pntd.0005608.g002
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Western blot analysis. As shown in Fig 3A, the E protein was readily detected as the predomi-

nant component of both the ZIKV and the VLP preparations. The identity of the E protein

was verified by Western blot analysis and exactly correlated with the E protein visualized in

the stained gel (Fig 3B). The migration difference of the E proteins detected in the cell lysates

was also seen between the E protein of the purified ZIKV-MR-766 and VLPs (Fig 3A and 3B).

This disparity, as noted above, is due to the lack of four amino acids including the glycosyla-

tion site N-154 in ZIKV-MR-766. These residues are present in ZIKV-FSS-13025 and H/PF/

2013 and sequences of this strain were used to produce the VLPs. Examination by Western

blot of the migration patterns of the E protein from ZIKV-MR766, FSS-13025 and VLPs

(genes derived from H/PF/2013) showed that the MR-766 E protein migrated slightly faster

than the E protein from ZIKV FSS-13025 and VLPs, which exhibit similar size (Fig 3C). Coo-

massie staining also showed minor unidentified proteins in the VLP preparation that were also

present in the ZIKV albeit in lesser amounts (Fig 3A). The M protein, a major structural com-

ponent of the Zika virus, was clearly identified by Western blot analysis in both the ZIKV and

VLP preparations but it was not clearly seen in the stained gel, possibly due to its small size

and low concentration, which precluded retention of sufficient amounts of bound dye for

clear detection (Fig 3A). Both, E and M the major structural proteins were clearly identified by

Western blot (Fig 3B).

Furthermore, to corroborate whether conformational neutralizing epitopes of the E protein

were exhibited on the VLPs, we probed by dot blot purified VLPs and ZIKVs with the domain

specific neutralizing MAbs, ZV-48, ZV-64 and ZV-67 [20] in addition to the mouse MAb 4G2.

This examination showed that the VLPs were indeed recognized by these MAbs indicating

that these neutralizing epitopes were properly displayed in the VLPs as they also were in the

ZIKV MR-766 and FSS-13025 (Fig 4). We have also observed that the reactivity of Zika viruses

with these MAbs is mostly abrogated after the viruses are inactivated with formaldehyde (Fig

4). The VLP sample remained untreated.

Fig 3. Analysis of purified VLPs and ZIKV by Coomassie blue stain and Western blot. A total of

1.8 μg of purified VLPs or ZIKV were resolved by SDS-PAGE and protein content and identity analyzed by (A)

Coomassie stain and (B) Western blot using Zika protein specific antibodies, anti-E upper panel and anti-M

lower panel (C) Comparison of the size of the E protein of ZIKV MR-766; FSS-13025 and VLPs by Western

blot.

https://doi.org/10.1371/journal.pntd.0005608.g003
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Negative staining and immunogold labeling electron microscopy

To further characterize the structure and surface composition of the VLPs, we examined puri-

fied material by transmission electron microscopy (TEM). Negative staining studies revealed

that the VLPs are fairly homogeneous spherical structures with an average diameter of 60 nm.

The VLP surfaces appeared smooth without noticeable projection or rough features. Compara-

tive analysis with purified ZIKV showed that both VLP and virus particles are similar in size,

morphology and surface appearance (Fig 5A, 5B and 5E). This is in agreement with recent

reports of the Zika virus structure [31, 32]. To better define the surface composition of the

VLPs, we probed the recombinant particles by immunogold labeling with two distinct anti-

bodies, 4G2, a MAb that recognizes a conformational loop in domain II of the E protein shared

by some members of the flavivirus family including Zika [21], and a polyclonal human serum

from a Zika patient. Subsequently these preparations were examined by negative staining

TEM. These studies demonstrated the reactivity of the VLPs with both antibodies (Fig 5C and

5D) indicating not only that the E protein is displayed on the surface of the particles but that it

also maintains its native conformation based on reactivity with the MAb 4G2 (Fig 5C).

Fig 4. Examination of reactivity of native VLPs and native and inactivated ZIKV with monoclonal

antibodies recognizing structural epitopes. VLPs were produced and purified as described in material and

methods. ZIKV MR-766 and FSS-13025 were grown in Vero cells, PEG-8000 precipitated and concentrated

by centrifugation through a 20% sucrose cushion. Half of the virus sample was inactivated with formalin and

then treated and untreated (native) virus samples were further purified via density gradient centrifugation. Dot

blot analysis of purified VLPs and ZIKVs (0.2μg/μl, 3μl per dot of E protein content) were probed the MAbs,

4G2, ZV-48, ZV-64 and ZV-67, which recognize conformational epitopes in distinct domains of the E protein,

showed that VLPs and native ZIKVs reacted with the MAbs, whereas the reactivity of formalin inactivated

ZIKVs virus was greatly reduced as compared to native VLPs. This outcome suggests that formalin has a

deleterious effect on the ZIKV conformational epitope recognized by these MAbs.

https://doi.org/10.1371/journal.pntd.0005608.g004
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Examination of purified ZIKV also showed equivalent reactivity with the 4G2 antibody (Fig

5F) confirming that both the VLP and live ZIKV exhibit on their surfaces the conformational

site recognized by 4G2 (Fig 5C and 5F). We further probed VLPs with the serum from a Zika

patient and found that it also binds to the particles’ surface providing addition evidence that

the ZIKV major surface glycoprotein E is indeed present on the VLP surface (Fig 5D).

VLP based Zika vaccine evaluation

We sought to assemble Zika VLPs with the main objective of developing a safe and effective

vaccine to stem the rapidly spreading Zika epidemic. To establish immunogenicity and in-

vitro efficacy of a VLP-based Zika vaccine, we designed a mouse study to assess the perfor-

mance of a VLP vaccine and to compare the outcome to an equivalent formulation and dose of

an inactivated Zika virus (In-ZIKV) control. Given the urgency of advancing a Zika vaccine

and the lack, at the onset of the study, of well-established Zika animal models, we selected a

mouse model to carry out this vaccine evaluation. Two groups of 6 to 8- week old female Balb/

c mice (n = 8 each) were immunized via the intramuscular route (IM) twice, three weeks

apart, with two difference doses, 1 μg and 4 μg of total E protein of VLP vaccine formulated

with or without adjuvant (AddaVax, InVivoGen) a squalene-oil-in water nano-emulsion that

Fig 5. Electron micrographs of negative staining and immunogold labeling of VLPs and ZIKV. Purified

VLPs and ZIKV were examined by transmission electron microscopy (TEM). Panels A and B show uranyl

acetate negatively stained VLPs which exhibit particle sizes from 50nm to 65nm in diameter (mean 60nm) and

a structure that resembles the morphology and surface appearance of wild type Zika virus which is shown in

Panel E. Immunogold labeling with two antibodies, mouse anti-E protein MAb 4G2 and a human serum from a

Zika patient served as primary and counterstained with anti-mouse or anti-human secondary antibody

conjugated with gold beads of 6 nm and 10nm in diameter, respectively. Both antibodies, 4G2 panel C and

human serum panel D, bind to the particle surfaces as revealed by the presence of gold beads. Panel F shows

wild-type ZIKV probed with the 4G2 antibody, which also binds the virus surface as revealed by the detection

of gold beads; in this case goat anti-mouse secondary antibody conjugated with 10 nm gold bead was applied.

These studies demonstrate that a specific anti-E MAb and an anti-Zika polyclonal antibody reacts with the

VLP surfaces indicating that the major Zika surface antigen, the E glycoprotein, is indeed displayed on the

VLP surfaces.

https://doi.org/10.1371/journal.pntd.0005608.g005
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stimulates a balanced immune response and has a formulation similar to MF59, a licensed

adjuvant in flu vaccines in Europe [33, 34]. Similar groups of mice (n = 8 each) were immu-

nized via the same route and schedule with a formalin inactivated Zika virus (In-ZIKV) con-

trol at the doses of either 1 μg or 4 μg of total E protein content also formulated with or

without adjuvant. A negative control (Neg. Ctr.) group (n = 8) received phosphate buffered

saline (PBS) plus adjuvant following the same immunization regimen as used for the vaccine

groups. Three weeks after the booster immunization, animals in all groups were terminally

bled and sera samples prepared for immunogenicity and efficacy evaluation.

Evaluation of immunogenicity by ELISA

We assessed the level of the total serum IgG response in all vaccinated animals by ELISA using

as antigens two Zika virus strains, one isolated in 1947 (Zika virus MR-766) and a second

more current strain isolated in Cambodia in 2013 (Zika virus, FSS 13025). The ELISA results

demonstrated that mice vaccinated with the low dose (1 μg) or high dose (4 μg) of VLP vaccine

stimulated the production of high levels of serum antibodies against both Zika virus strains

(Fig 6 Upper and Lower panels). This response was enhanced when the VLP vaccines were

Fig 6. Evaluation of serum IgG response elicited by VLP and control vaccinations. Serum antibody (total IgG)

elicited by the Zika VLP vaccine (VLP), inactivated Zika virus (In-ZIKV) and negative control (Neg. Ctr.) were measured

by ELISA. Groups of BALB/c mice (n = 8) were immunized on days 0 and 21 with a VLP-based Zika vaccine (VLP), or an

inactivated Zika virus vaccine (In-ZIKV) at doses of 1ug or 4ug with or without adjuvant. Blood samples were collected

three weeks after the booster immunization and total serum IgG was measured via ELISA using as antigens two different

Zika viruses MR766 (Upper panel) and FSS-13025 (Lower panel). Mice that received low dose (1μg alone or plus

adjuvant) or high dose (4μg alone or plus adjuvant) of either vaccine showed a strong antibody response to the MR-766

virus compared to the placebo group (Upper panel). Mice showed high titers of IgG antibodies against FSS-13025 Zika

virus as well (Lower panel). The values shown represent geometric means of the reciprocal dilutions of each mouse

serum and data point standard deviations.

https://doi.org/10.1371/journal.pntd.0005608.g006
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formulated with adjuvant. The 1 μg VLP vaccine plus adjuvant elicited a markedly increased

level of serum IgG as compared to VLP alone. This enhancement was even more significant

using the 4 μg VLP vaccine dose formulated with adjuvant. Similar results were obtained with

the two Zika virus antigens used in the ELISA studies (Fig 6 Upper and Lower panels). Mice

vaccinated with the inactivated Zika virus (In-ZIKV) produced a serum IgG response that was

quite comparable to the one triggered by the VLP vaccines.

Clearly, both the VLP and the inactivated Zika virus control compositions were capable of

eliciting a high antibody response against two Zika viruses. In contrast, the negative control

group did not demonstrate a specific IgG response against Zika.

Assessment of VLP vaccine neutralization efficacy

Elicitation of high titers of specific neutralizing antibodies has been found to correlate with

protection against several flaviviruses including yellow fever (YF) tick-borne encephalitis, den-

gue and Japanese encephalitis [35–37]. Although this has not yet been established for Zika it is

very likely that the presence of high titers of neutralizing antibodies confer protection to infec-

tion. Therefore, we assessed the level of neutralizing antibodies elicited by the VLP vaccine

and controls using a plaque reduction neutralization test (PRNT) with the two Zika viruses

previously described. This evaluation with the ZIKV MR-766 showed that the VLP vaccine at

the lower dose (1 μg) elicited neutralizing antibody titers significantly higher than the negative

control group, which corresponds to a PRNT50: 1085 for the vaccine versus PRNT50: <25 for

the negative control (Fig 7 Left panel and Table 1). This response was enhanced when adjuvant

was part of the formulation raising the PRNT50: 1301. In contrast, the inactivated Zika virus

Fig 7. Serum neutralizing antibody responses by plaque reduction neutralization test (PRNT) against two Zika viruses.

The serum neutralizing activity was plotted as PRNT50. (Left Panel) PRNT with MR-766 showed that the VLP vaccines elicited

significantly higher neutralizing titers than equivalent composition of In-ZIKV vaccine. The VLP 1 μg plus adjuvant elicits higher

titers than the corresponding In-ZIKV vaccine but the difference was not significant. The VLP (4μg+ adj) showed titers 5 fold

greater than the human serum and the 4 μg alone was within this range, however statistical analysis was not feasible with only

one human sample. (Right Panel) Similarly, PRNT with FSS-13025 showed that VLP vaccines exhibit stronger neutralization

than the corresponding In-ZIKV vaccine. Neutralizing titers elicited by the In-ZIKV vaccine against FSS-13025 were much lower

than those seen with the MR-766 and this may be due to the fact the In-ZIK vaccine was prepared with the MR-766 virus, which

elicited a higher neutralizing titer toward the analogous virus (MR-766) than to a more distant one (FSS-13025). Similarly, the

human serum showed a higher titer against FSS-13025 than MR-766, presumably because it resulted from a human infection in

Brazil with a virus antigenically related to the FSS-13025. P-Values indicates t-tests.

https://doi.org/10.1371/journal.pntd.0005608.g007
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(In-ZIKV) control at equivalent dose and formulation stimulated much lower neutralizing

titers than the VLP vaccine reaching PRNT50: 79 for the 1 μg dose and PRNT50: 794 for the

1 μg plus adjuvant formulation. Increasing the VLP vaccine dose to 4 μg with or without adju-

vant significantly raised the neutralizing antibody titers to PRNT50: 2978 and PRNT50: 20854,

respectively. Including the adjuvant in the 4 μg VLP vaccine formulation heightened neutrali-

zation titers seven fold. The In-ZIKV high dose (4 μg) control showed improved titers when

adjuvant was added PRNT50: 1408 versus PRNT50: 430 for In-ZIKV alone, but neither formu-

lation gives rise to the neutralization activity attained with the VLP vaccine. All VLP vaccine

formulations elicited statistically significant higher neutralizing antibodies titers than the

equivalent compositions of the inactivated Zika virus vaccine with the exception of the 1 μg

plus adjuvant dose, where the VLP induced higher titers but the difference was not significant.

Neutralization analysis with the more contemporaneous ZIKV FSS-13025 resulted in a neu-

tralization pattern that resembled the one seen with ZIKV MR-766. The VLP vaccine showed

significantly higher neutralizing titers against ZIKV FSS-13025 than the In-ZIKV vaccine and

this increased with the rise in dose and the incorporation of adjuvant (Fig 7 Right panel and

Table 1). Furthermore, we used as a reference in the PRNT50 a human serum from patient

who had recovered from a Zika infection. This revealed high titers of neutralizing antibody

against the two Zika viruses tested; although the neutralizing activity was 4-fold higher for

ZIKV-FSS virus (PRNT50: 17,067 for FSS versus and PRNT50: 4267 for MR-766) (Fig 7 Left

and Right panels and Table 1). Since the human serum was obtained from a recently infected

patient, it is likely that it better neutralized the more contemporaneous ZIKV–FSS suggesting

that differences in neutralizing epitopes may exist between these two viruses. Given the fact

that until now we have had access to only one Zika infected human serum sample, we could

not perform a more comprehensive comparison with the VLP vaccine. Nonetheless, these

results showed that the VLP vaccine was superior in eliciting neutralizing antibody responses

than equivalent compositions of an In-ZIKV control (Fig 7 Left and Right panels and Table 1).

Considering that flavivirus infections may induce antibody-dependent enhancement of

infection (ADE) with heterologous/co-circulating viruses, we tested whether the antibody

response elicited by the VLP or controls vaccination against ZIKV may play a role in

Table 1. Comparison of the neutralizing antibody responses (PRNT50) elicited by the VLP vaccine and controls. A summary of geometric mean titers

of PRNT50 GMT for comparison between the two ZIKV strains, MR-766 and FSS 13025 for both vaccine and virus control groups. Neutralizing activity elicited

by the VLP vaccines against the two viruses were comparable, except the VLP for 1μg alone, which had greater activity against MR766 than that of FSS (a

p = 0.0033). The In-ZIK virus control 4 μg plus adjuvant also showed a difference between the two viruses (b p = 0.026). The statistical analysis was performed

using t-test at confidence intervals of 95% with GraphPad Prism 4 software. Human serum isolated from a patient who recovered from a Zika infection was

used to validate PRNT technique. However, no statistical analysis can be performed to compare the neutralization with two different Zika viruses due to the

low sample size.

Neutralizing Antibody Titers in VLP Vaccinated and Control Groups

Vaccine Dose (μg) Adjuvant PRNT50 MR766 PRNT50 FSS13025

Neg. Ctr. - PBS + ADJ 11 5

VLP Vaccine 1 No ADJ 1,085 a 357 a

1 ADJ 1,301 605

4 No ADJ 2,978 2,476

4 ADJ 20,854 20,826

In-ZIKV 1 No ADJ 79 57

1 ADJ 794 79

4 No ADJ 430 160

4 ADJ 1,408 b 177 b

Human serum from Zika patient, Brazil 2013 4,267 17,067

https://doi.org/10.1371/journal.pntd.0005608.t001
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augmenting dengue virus infection. Here, we utilized an in vitro ADE assay [25] and measured

whether DENV-2 infection was enhanced in the presence of anti-ZIKV antibodies. We used

the MAb 4G2, which enhances dengue virus infections as positive control and DENV-2 alone

as reference. This study showed that the antibody response to ZIKV elicited by VLP vaccina-

tion did not enhance DENV-2 infection (Fig 8). Nor did the sera from the In-ZIKV and the

negative control vaccination when compared to DENV-2 with 4G2 MAb, which serves as the

positive control and significantly enhanced DENV-2 infection (Fig 8). These data suggest that

the antibody response elicited by these ZIKV vaccines at the dilution tested in the assay did

not induce ADE of dengue 2-virus infection.

Discussion

The ongoing Zika epidemic has already resulted in over 1500 cases of microcephaly in Brazil

and 15 cases in the continental United States born to mothers who had traveled to affected

areas [38, 39]. Many other countries in South America and the Caribbean are also experiencing

the effects of the Zika epidemics and some autochthonous infections have been reported in the

continental US in Florida. In addition to the mosquito vector direct infection there appear to

be other forms of transmission including via sexual contact [11, 13] potentially increasing the

risk of viral dissemination. Developing a safe and effective vaccine to control and combat the

spread of the Zika virus is a high priority. Our work describes a new strategy to generate Zika

virus-like particles (VLPs), providing a potentially safe and effective platform for the rapid pro-

duction of a candidate for clinical development of a prophylactic Zika vaccine. The single co-

Fig 8. Antibody dependent enhancement (ADE) of dengue virus infection by the anti-ZIKV response

elicited by vaccination. Serum from four VLP immunized mice (4ug +adj); inactivated ZIK (4ug+adj) and

negative control (PBS+adj) diluted 1/500 were mixed with DENV-2 virus and added to U397 cells. The MAb

4G2 and virus alone were used as controls. After 96h incubation, DENV-2 virus titers were measured on the

culture supernatant by plaque assay. Error bars indicate standard deviation of the four samples performed in

duplicates. Asterisk (*) indicates that difference between 4G2 (positive control) and remaining samples is

statistically significant (p < 0.05).

https://doi.org/10.1371/journal.pntd.0005608.g008
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expression of the structural polyprotein CprME together with the non-structural NS2B/

NS3Pro suffices for the processing of CprME leading to the self-assembly and release of VLPs

devoid of viral RNA. Purified VLPs resemble the wild type Zika virus in size, morphology and

antigenic composition offering a suitable strategy for vaccine development. Several highly

effective viral vaccines are based on the VLP strategy [40, 41] providing rationale for the use of

Zika VLP for vaccine development. VLP vaccine production can be attained in suspension cul-

tures of mammalian cells using standard fermentation technology. Considering that VLPs are

not infectious or able to replicate, inactivation is not required better preserving protein struc-

ture and conformational epitopes. Our results show that all VLP vaccine and In-ZIKV control

formulations elicited high titers of serum IgG antibodies. However these high levels of Zika

specific antibody did not correlate, in the In-ZIKV vaccine control, with induction of high

titers of neutralizing antibodies, which are the benchmark of protection. Most of our VLP vac-

cine formulations stimulated neutralizing antibody titers that were significantly higher than

those induced by the In-ZIKV control. The discrepancy between high ELISA titers and low

neutralization response in the In-ZIKV control, as compared to the VLP vaccine, may be

attributed to the distortion of critical neutralizing epitopes as a result of ZIKV inactivation,

which may reduce the repertoire of neutralizing sites. We have seen some of these effects

where formalin inactivation of the Zika viruses abrogated most of the reactivity with the MAbs

4G2, ZV-48, ZV-64 and ZV-67, which recognize conformational epitopes in the fusion loop of

domain II and domain III of the E protein (Fig 4). Therefore, the display of native and properly

configured proteins on the surfaces of the VLPs appears to exhibit to the immune system a bet-

ter antigenic array, which promotes the stimulation of a more diverse neutralizing response as

we have seen with these VLP vaccine formulations.

Suboptimal neutralizing antibody levels may contribute to antibody-enhancement of dis-

ease in dengue, which by phylogenetic analysis is closer to Zika than other flaviviruses. In

fact, one study has shown that combining dengue cross-reacting antibodies with Zika virus

enhanced Zika infection in a cell culture assay [42]. In recent years, quaternary epitopes identi-

fied on the surface of dengue have been recognized as strong neutralizing sites [43–46]. Fur-

thermore, a recent study has shown that monoclonal antibodies recognizing these highly

neutralizing epitopes of dengue have also shown protection against Zika highlighting the sig-

nificance of these types of epitopes in providing protection against Zika virus infection [47].

Although the correlates of protection for a Zika vaccine remain to be established, the elicitation

of a strong and diverse neutralizing response may greatly contribute to protection against Zika

infection. As shown in this study, the VLP based Zika vaccine elicited a robust neutralizing

antibody response suggesting that critical conformational epitopes were indeed displayed for

effective immune stimulation. In contrast to the response elicited by our VLPs, the In-ZIKV

produced a much-reduced neutralizing response, even though the ELISA titers were as high as

those induced by the VLP vaccine, suggesting that important neutralizing epitopes were not

properly displayed in the In-ZIKV composition.

To investigate the possibility that the anti-ZIKV antibodies elicited by VLP vaccination

may partially bind to dengue virus and contribute to antibody-dependent enhancement

(ADE) of dengue infection, we tested diluted serum samples of VLP and control immunized

animals in an ADE in vitro assay. This evaluation demonstrated lack of enhancement of

DENV-2 infection when either the VLP vaccine or control immunizations stimulated antibod-

ies were tested. In contrast, the 4G2 MAb significantly enhanced dengue infection, a property

well established for this antibody [42]. This outcome provides some indication that ZIKV VLP

vaccination does not appear to mediate ADE at least with DENV-2.

This study describes a safe, effective and straightforward strategy to rapidly produce a Zika

vaccine. VLPs are produced in mammalian suspension cell cultures offering a suitable system
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for rapid scale up of manufacturing, without the risk of working with an infectious agent. The

lack of infectivity of the product eliminates the need for chemical inactivation, which may

compromise vaccine efficacy and safety. The particulate nature of the vaccine and the preser-

vation of a variety of conformational antigenic sites may even render this vaccine efficacious in

humans without using adjuvant if its incorporation into a vaccine raises safety concerns. In

summary, the Zika VLP platform puts forward a vaccine composition and production system

ready for clinical development of a safe and effective prophylactic Zika vaccine, which is

greatly needed to meet the challenges imposed by the spread of the Zika epidemic.
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