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Abstract: The successful development of foot-and-mouth disease virus-like particles (FMD-VLPs)
has opened a new direction for researching a novel subunit vaccine for foot-and-mouth disease
(FMD). Therefore, it is urgent to develop an adjuvant that is highly effective and safe to facilitate a
better immune response to be pair with the FMD-VLP vaccine. In this research, we prepared a new
nano-emulsion adjuvant based on squalane (SNA) containing CpG using the pseudo-ternary phase
diagram method and the phase transformation method. The SNA consisted of Span85, Tween60,
squalane, polyethene glycol-400 (PEG400) and CpG aqueous solution. The average particle diameter
of the SNA was about 95 nm, and it exhibited good resistance to centrifugation, thermal stability,
and biocompatibility. Then, SNA was emulsified as an adjuvant to prepare foot-and-mouth disease
virus-like particles vaccine, BALB/c mice and guinea pigs were immunized, and we evaluated
the immunization effect. The immunization results in mice showed that the SNA-VLPs vaccine
significantly increased specific antibody levels in mice within 4 weeks, including higher levels of
IgG1 and IgG2a. In addition, it increased the levels of IFN-y and IL-1p in the immune serum of
mice. Meanwhile, guinea pig-specific and neutralizing antibodies were considerably increased
within 4 weeks when SNA was used as an adjuvant, thereby facilitating the proliferation of splenic
lymphocytes. More importantly, in guinea pigs immunized with one dose of SNA-VLPs, challenged
with FMDV 28 days after immunization, the protection rate can reach 83.3%, which is as high as in
the ISA-206 control group. In conclusion, the novel squalane nano-emulsion adjuvant is an effective
adjuvant for the FMD-VLPs vaccine, indicating a promising adjuvant for the future development of a
novel FMD-VLPs vaccine.
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1. Introduction

Foot-and-mouth disease (FMD) is a disease that spreads rapidly in even-toed ani-
mals [1]. In most countries, animals are immunized with the whole virus inactivated
vaccines to control the virus; however, safety is a concern [2]. Adjuvants provide an im-
portant way to improve the efficacy of FMD vaccines. Hence, the search for specific and
targeted adjuvants combined with protective antigens is a new direction for developing
novel FMD vaccines [3].

The development of virus-like particles (VLPs) technology has strongly impacted
modern vaccinology. Though morphologically similar to native viral particles, VLPs show
higher and safer efficiency in stimulating the immune system because they lack replicable
viral genetic material [4]. VLPs can be generated using recombinant DNA technology in
various exogenous gene expression systems, including yeast, bacteria, mammalian cells,
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baculovirus systems, plant cell cultures, or plant organisms. VLPs-based vaccines are
not only particularly effective and safe, but also have a low cost and can be produced at
scale [5]. Therefore, VLPs are expected to be ideal candidates for vaccine development [6].
Compared to inactivated vaccines, VLPs alone do not induce a sufficient specific immune
response; they also require the appropriate adjuvants to enhance their immune response.
Compared to inactivated and attenuated vaccines, the FMD virus-like particle vaccine is
a new safe and effective vaccine [7]. Therefore, it is necessary to identify a new adjuvant
with high efficiency, low cost, and low toxicity for FMD-VLPs.

Emulsion adjuvants are usually formulated from oils, such as mineral oil (e.g., Mon-
tanide) and squalene (e.g., MF59) and surfactants. They are available in water-in-oil,
oil-in-water and water-in-oil-in-water dispersion forms [8]. The oil emulsion adjuvant has a
high antigen adsorption capacity and can bind to different types of antigens [9]. By adding
immune boosters, nano-emulsion adjuvants can stimulate both humoral and cellular im-
munity in the body; therefore, they have become one of the more widely used adjuvants in
animal vaccines. Montanide ISA-206, a mineral oil-based adjuvant, is produced by Seppic
(Shanghai) Chemical Specialities Co., Ltd. (Shanghai, China)., and is presently used for
formulating FMD vaccines in many South American and Asian countries.

Squalane is a saturated aliphatic hydrocarbon with low toxicity, derived from the
hydrogenation of squalene, which is found in cod liver oil, rice, olives, and soybeans [10].
Based on its strong stability and biocompatibility, squalane is currently used in many
vaccines and drug delivery emulsions [11]. For instance, emulsions MF59 (Novartis, Basel,
Switzerland), AS03 (GlaxoSmithKline, Brentford, UK), and AF03 (Sanofi, Paris, France)
are squalene-based and have been used as adjuvants in anti-influenza virus vaccines [12].
Whether squalane can act as an effective adjuvant to enhance the immune response in an
FMD-VLPs vaccine remains unclear.

Compared with conventional emulsions, nano-emulsion has a low viscosity, small
particle size, good stability and fewer toxic side effects [13]. As a new type of drug
carrier, nano-emulsion has many advantages that are incomparable to other drug carriers.
Due to these characteristics, they show attractive prospects for development in the field
of biologics.

In this study, a basic formulation of a squalane nano-emulsion adjuvant (SNA) was
developed by a pseudo-ternary phase diagram, and CpG was added as an immune booster
to the water phase. The physicochemical properties of the adjuvant were tested. Further-
more, SNA was emulsified with FMD VLPs, and animal experiments were performed to
evaluate the immune response of these VLPs.

2. Materials and Methods
2.1. Selection of the Surfactant and Cosurfactant

Based on preliminary experiments, we chose squalane (Acmec, Shanghai, China) as
the oil phase, Span85 (Aladdin, Shanghai, China) and Tween60 (Sigma-Aldrich, Saint Louis,
MO, USA) as the surfactant, polyethene glycol-400 (PEG-400, Acmec, Shanghai, China) as
the cosurfactant, and deionized water as the aqueous phase. We used 0.8 g of PEG-400 and
1.2 g of the Span85 and Tween60. In the reaction system, the surfactant and co-surfactant
were blended with the oil phase at ratios of 1:9, 2:8, 3:7, 4:6, 5:5, 6:4, 7:3, 8:2, and 9:1. In
the surfactant, Span85 and Tween 60 were blended in the ratios of 1:1, 1:2, and 2:1; the
appropriate ratio of Span85 to Tween60 was chosen by recording the maximum area of
the pseudo-ternary phase diagram [14]. Origin 6.0 software (Origin Lab, Northampton,
MA, USA) was used to plot a pseudo-ternary phase diagram, compare the size of the
nano-emulsion area, and select the optimal ratio.

After determining the mass ratio of the two surfactants, the mass ratio of the surfactant
to the co-surfactant (Km) was further determined. The surfactant (Span85 and Tween60)
was coupled with PEG-400 in three groups under different fixed mass ratios of Km (1:1,
2:1, and 1:2), and the total quantity of the mixture (the surfactant and co-surfactant) was
maintained at 2.0 g. For each group, squalane was added and mixed well with the surfactant
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and cosurfactant. The mass ratio of the surfactant and cosurfactant to oil ranged from 1:9,
2:8,3:7,4:6,5:5, 6:4,7:3, 8:2, to 9:1. The phase diagrams under different Km were developed.

Selection of Span85 and Tween60 ratios, and selection of surfactant and co-surfactant
ratios information is provided in the Supplementary Materials.

2.2. Preparation of the SNA

From the pseudoternary-diagram, the precise composition was selected for the nano-
emulsion. Briefly, we made a mixture by weighing a certain mass of Span85, Tween60,
PEG-400, and squalane in proportion to each other. The aqueous phase (with the addition
of CpG) was added to the mixture while stirring at 1000 rpm at room temperature until
a clear and transparent emulsion formed; then, stirring was continued to ensure that the
nano-emulsion was stable.

2.3. Characterization of the SNA

The ultrastructure and morphology of the SNA were observed by transmission electron
microscope (TEM; HT7700, Hitachi, Tokyo, Japan). The SNA for analysis was diluted
100 times by water and magnetically stirred well; then, 10 uL of drops were placed on a
carbon copper grid (300 mesh; Pelco, CA, USA). Next, the samples were allowed to stand
at room temperature for 5 min; then, we added 10 uL of 1% phosphotungstic acid (pH 7.4,
solarbio, Beijing, China) solution, let it dry naturally and observed it. The average size and
zeta potential were measured by dynamic light scattering (DLS) with a Zetasizer-Nano
(Malvern Zetasizer Nano ZS90; Worcestershire, UK).

2.4. Stability Assessment of the SNA
2.4.1. High-Speed Centrifuge Stability and Thermodynamic Stability

Thermodynamic stability was tested according to the methods described previously [15,16].
Briefly, the SNA prepared freshly were centrifuged at 13,000x g for 30 min at 25 °C and
4 °C, maintain for 48 h. Six cycles of centrifugation were performed. After centrifugation,
we observed whether phase separation and precipitation occurred.

2.4.2. Long-Term Stability Test

The SNA was stored at 25 °C for 12 months in the dark. Samples were taken at 0, 3, 6,
9 and 12 months to observe the stratification, precipitation and turbidity. We measured the
average particle size, zeta potential, PDI and pH, and the microscopic morphology was
observed by transmission electron microscopy.

2.5. Biocompatibility Evaluation of the SNA
2.5.1. Tissue Toxicity

Balb/c female mice were purchased from the Experimental Animal Center of Lanzhou
Veterinary Research Institute (Lanzhou, China) (age = 8 weeks; weight = 15-20 g). Two
experimental groups were designed in this study: the PBS control group (each mouse was
injected with 100 ug sterile PBS) and the SNA experimental group (each mouse was injected
with 100 pg SNA) (n = 8 in each group). We observed whether the injection site was red
and swollen, and recorded the weekly weight gain of the mice. Approximately 28 days
later, the mice were anaesthetized with ether. Then, the heart, liver, spleen, lung and kidney
tissues were removed, preserved in 4% paraformaldehyde, embedded in paraffin, and
stained with H&E.

2.5.2. Cytotoxicity

PK-15 (Porcine kidney) cells were inoculated into 96-well cell culture plates. Ap-
proximately 24 h later, different concentrations of SNA (0 ug/mL, 25 ug/mL, 50 pg/mL,
100 pg/mL, 200 ug/mL, 400 ng/mL, and 800 ug/mL) were added to the cells at 10 pL
per well, which were incubated for 24 h. Then, 10 uL. MTS (Promega, Madison, WI, USA)



Nanomaterials 2022, 12, 3934

40f 15

reagent was added to each well and incubated for 4 h. The absorbance was measured by
an enzyme marker. The cell viability was calculated with the following equation:

absorbance value of treatment group

Cell survival (%) = absorbance value of control group

x 100%

2.6. Preparation of the FMD-VLP Vaccine with SNA

The expression, purification and assembly of FMD-VLPs in the Escherichia coli system
have been described in our previous studies [7,17]. Expression, purification, and assembly
of FMD-VLPs can be found in the Supplementary Materials. Initially, the mass ratios of
adjuvant to antigen phase (FMD-VLP protein solution) was selected as 1:1, 2:3, 1:2, and 3:2
and emulsified by a shear machine at room temperature. After one week, the non-stratified
one was selected as having the best emulsification ratio. After several experiments, we
finally determined the mass ratio of the adjuvant-to-antigen phase to be 1:1.

2.7. Immunization Studies in BALB/c Female Mice

BALB/c female mice (6-8 weeks old, 15-20 g) were maintained in a specific pathogen-
free (SPF) laboratory and separated into four groups, each including five animals: Group1
was immunized with sterile phosphate-buffered saline (PBS); Group2 was immunized
with the 50 pg FMD VLPs; Group3 was immunized with the vaccine containing 50 pg of
FMD VLPs and emulsified with the same volume of SNA; Group4 was immunized with a
vaccine emulsified with ISA206 adjuvant (containing 50 ng of FMD VLPs). All mice were
immunized by intramuscular injection, and serum was collected 7, 14, 21 and 28 days after
immunization. The specific antibody levels were detected by using a liquid phase blocking
ELISA kit (Lanzhou Veterinary Research Biotechnology Co, Lanzhou, China).

Indirect ELISA evaluated the levels of the specific antibodies, IgG1 and IgG2a in
serum. Briefly, microtiter plates (Coster, Corning, NY, USA) were coated with FMDV VLPs
(2 ng/mL) in coating buffer (0.05 M CBS, pH 9.6) at 4 °C overnight and then blocked with
BSA (1%, m). Then, the plates were washed with PBST (10 mM PBS containing 0.05%
Tween 20, pH 7.4) and dried for the subsequent procedure. For determination of IgG1
and IgG2a sera were diluted 1/200 and incubated at 37 °C for 1 h; goat anti-mouse IgG1
andIgG2a (Sigma-Aldrich, Saint Louis, MO, USA) were diluted 1/1000 and incubated at
37 °C for 60 min; HRP-conjugated rabbit anti goat IgG (Sigma-Aldrich, Saint Louis, MO,
USA) was diluted 1/5000 and incubated at RT for 30 min; the enzyme substrate 3,3',5,5'-
tetramethylbenzidine (TMB, Surmodics IVD Inc., MN, USA) was added as described
by the manufacturer. Then, the absorbance was measured at 450 nm with a microplate
reader (Bio-Tek, Winooski, VT, USA) after the reaction was stopped with the stop buffer of
sulfuric acid.

The cytokine levels of the IL-1f3 and IFN-vy in the serum were detected by Quantikine®
ELISA kits (R&D Systems, Inc., Minneapolis, MN, USA).

2.8. Guinea Pig Immunization with FMD-VLP Vaccine with SNA
2.8.1. Animal Vaccination

Twenty-four guinea pigs, 250-300 g each, were purchased from the laboratory animal
centre of Lanzhou Veterinary Laboratory Experimental, China, which were randomly
divided into three groups, each containing eight guinea pigs: Group A, SNA-VLPs (FMD-
VLPs emulsified with SNA); Group B, ISA206-VLPs (FMD-VLPs emulsified with ISA206);
and Group C, phosphate buffered saline (PBS, pH 7.4). Each group received 50 ug of
FMD-VLPs (except the PBS group).

2.8.2. Detection of Specific Antibodies and Cytokine Levels

Specific antibody titres of immunized guinea pigs were determined by indirect ELISA
as previously described [7]. Briefly, O-type inactivated FMDV was diluted with a coating
solution (0.05 M bicarbonate buffer, pH 9.6), and 100 uL was added to each well of a 96-well
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plate overnight at 4 °C. Then, 100 uL of PBS containing 5% BSA was added to each well
for 1 h at 37 °C to be blocked, washed and drained. One-hundred fold dilutions of tested
sera were added to the 96-well plate and were incubated at 37 °C for 1 h. Afterwards,
the sample sera were removed and washed. Horseradish peroxidase (HRP)-conjugated
anti-guinea pig antibody (1:2000) (Sigma, St. Louis, MO, USA) was added and incubated
at 37 °C for 1 h. Then, 50 pL of the enzyme substrate o-phenylenediamine (OPD, Sigma,
St. Louis, MO, USA) in sodium citrate was added to each well and incubated for 15 min at
room temperature. Finally, the reaction was stopped with 50 pL of 2 M H,SO4 and the OD
value was read at 492 nm. Antibody reactivity was reported as OD values.

The cytokine secretion levels of the IL-1f and IFN-y were measured with an ELISA
kit (Shanghai MLBIO Biotechnology Co. Ltd, Shanghai, China), according to the manufac-
turer’s instructions.

2.8.3. Detection of the Neutralizing Antibodies

The guinea pig serum to be tested was inactivated at 56 °C for 30 min, with eight
gradients of fold dilution, starting at 1:4 in 96-well cell culture plates, with two replicates
for each dilution. We added 100 TCID50 of the FMDV type O strain O/China99 to each
well of diluted serum and incubate for 1 h at 37 °C. A positive control, negative control, cell
control, and virus regression control were also designed. Then, 100 pL of a Baby Hamster
Syrian Kidney (BHK-21) cells mixture was added to each well and incubated in a CO,
incubator for 72 h. Finally, cell lesions were observed under an inverted microscope. The
Reed-Munch method calculated the highest dilution of the serum that protected 50% of the
cells from cytopathic lesions. The dilution reflected the potency of the serum to neutralize
the antibody.

2.8.4. T-Cell Proliferation Assay

The lymphocyte proliferation assay was performed four weeks after immunization, as
previously described [18].

2.8.5. Challenge Protocols

The challenge protocols in guinea pigs were performed 28 days after immunization;
all guinea pigs were subcutaneously and intradermally challenged with 0.2 mL 100 ID50 of
live virus (FMDV /O/China99) on the left back sole. After the attack, the guinea pigs were
kept in isolation and observed for more than 7 days. If the guinea pig had no lesions on
either hind foot, the set-up was indicated as “protected”. If lesions were present on both
hind feet, it was indicated as “no protected” [19].

Protection rate (%) = Full protection SUMEAPIBS \ 100%
Total number of guinea pigs

2.9. Statistical Analysis

We analysed all data using SPSS 22.0. The t-test was used to determine the difference
between the two sample groups. Differences at 0.01 < p < 0.05 were considered statistically
significant, whereas those at p < 0.01 were considered highly significant.

3. Results
3.1. Preparation of the SNA

In the pseudo-ternary phase diagram, the first axis represents the oil phase, the second
axis represents the aqueous phase, and the last axis represents the mixture of surfactant
and co-surfactant. The size of the enclosed space formed by the three components is related
to the ability to form nano-emulsions, with larger areas indicating greater ability to form
nano-emulsions. According to Figure 1, the size of the area for the Smix (Smix represents
the ratio of Span85 and Tween60) = 2:1 (Figure 1c) was larger than those for the Smix = 1:1
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(Figure 1a) and Smix = 1:2 (Figure 1b). Based on the largest black area in the phase diagram
(Figure 1d), Smix = 2:1 was accepted and applied for the preparation of nano-emulsions.
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Figure 1. Pseudo-ternary phase diagram obtained with different ratios of Span85 and Tween60.
(a) Span85:Tween60 = 1:1. (b) Span85:Tween60 = 1:2. (c) Span85:Tween60 = 2:1. (d) The ratio of the
shaded area to the area of the ternary phase diagram for the different Smix values (based on the (a—c)).
*p <0.05 * p <0.01. Notes: S/C represents the total mass of the surfactant and co-surfactant. Smix
represents the relative ratio of Span85 and Tween60. Span85 and Tween60 form a surfactant complex.

The pseudo-ternary phase diagrams for different Km (Km represents the ratio of
surfactants and co-surfactants) are shown in Figure 2. The area for Km = 3:2 (Figure 2c) was
larger than those for Km = 1:1 (Figure 2a) and Km = 2:1 (Figure 2b). Based on the largest
black area in the phase diagram (Figure 2d), Km = 3:2 was accepted and applied for the
formation of the nano-emulsions.
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Figure 2. Pseudo-ternary phase diagram for different Km values (a) Km = 1:1. (b) Km =2:1. (¢) Km = 3:2.
(d) The ratio of the shaded area to the area of the ternary phase diagram for the different Km values.
(based on the (a—c)). ** p < 0.01. Notes: Km indicates the relative ratio of the surfactant (Span85 and
Tween60) and the co-surfactant (PEG-400).

3.2. Characterization of the SNA

The nano-emulsions observed by transmission electron microscopy were uniformly
sized circles (Figure 3a), with a particle size of about 100 nm. The morphology of FMD-
VLPs is shown in Figure 3c. The SNA prepared by the phase conversion method is shown
in Figure 3d, and the FMDV-VLP vaccine emulsified with SNA is shown in Figure 3e.

The average particle size of SNA was 95 nm; about 75% of the nano-emulsion particles
were concentrated between 68 nm and 105 nm, with a very narrow particle size distribution
(Figure 3b), which were consistent with the results obtained from TEM. In addition, we
determined the polydispersity index (PDI) of nano-emulsion SNA with a value of 0.4; this
PDI value indicates that dispersion is within acceptable limits, and the average potential of
the nano-emulsion was —25.76 mV.
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Figure 3. Basic characteristics of the SNA adjuvant. (a) The TEM images of the freshly formulated
SNA, (b) The particle size of the SNA, SNA-VLPs, and FMD-VLPs were measured by DLS. (c) The
TEM images of the FMD-VLPs. (d) A new preparation of SNA. (e) A new preparation of the FMD-
VLP-SNA vaccine.

3.3. Stability of the SNA

Long-term stability is an essential basis for product preservation conditions and valid-
ity. Figure 4a—f show the transmission electron micrographs of the SNA with preservation
periods of 0, 90, 180, 270, and 360 days, respectively; Figure 4f-h and Figure 4i show the
particle size zeta potential, PDI, and pH for different preservation days, respectively. These
results showed that the SNA prepared in this experiment did not change significantly in
appearance properties when left at 25 °C for 360 d in the dark. This emulsion was stable at
room temperature.

b

1
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g 23
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Figure 4. Stability testing of the SNA adjuvants. (a) SNA transmission electron micrograph of 0 days.
(b) SNA transmission electron micrograph of 90 days. (c) SNA transmission electron micrograph
of 180 days. (d) SNA transmission electron micrograph of 270 days. (e) SNA transmission electron
micrograph of 360 days. (f) The particle size for different preservation periods. (g) The zeta potential
for different preservation periods. (h) The PDI for different preservation periods. (i) The pH for
different preservation periods. (j) The SNA after the high—speed centrifugal and thermodynamic
stability tests.
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The high-speed centrifugation and thermodynamic stability test confirmed that the
nano-emulsion was as transparent and homogeneous as the fresh nano-emulsion, with no
turbidity and no precipitation appearing (Figure 4;j).

3.4. Safety Evaluation of the SNA

Within 48 h after injection, the mice took food and water as normal, and there was
no redness or swelling at the injection site. Furthermore, the weight gain trends of the
mice in different injection groups were similar, indicating that the injection of SNA had no
significant effect on the weight gain of the mice (Figure 5a).

a
120
307 o snA
-= PBS 100
25 £
=0 =
50 207 5
W wn
g =
15 )
10 1 1 1 1 1
od 7d 14d 21d 28d 25 50 100 200 400 800
concentration(pg/ml)
C

SNA

Kidney

Figure 5. Safety evaluation of the SNA adjuvants. (a) The body weight of the immunized mice at 0, 7,
14, 21, and 28 days after immunization. (b) The cytotoxicity of different concentration of SNA on the
PK-15 cells. (c) Histopathological changes in the heart, liver, spleen, lung and kidney of mice after
intramuscular injection of SNA and PBS.

Twenty-eight days after injection, the pathological changes of the tissue organs were
analysed. Figure 5c shows that no tissue structure injuries or neutrophil infiltration occurred
in the SNA group compared to the PBS-immunized group. This indicates that the SNA
injection into mice did not cause significant pathological histological toxicity. The PK-15
cells were incubated with different dilution concentrations of SNA, and the results are
shown in Figure 5b. The survival rate of the PK-15 cells all remained high when the SNA
dilution concentration was as high as 400 pg/mL, which indicates that the SNA had little

cytotoxicity in the PK-15 cells (Figure 5b). All the results confirmed that the prepared SNA
had good biocompatibility.

3.5. Effects of the FMDV-VLP Vaccine with SNA on the Antibody Production in BALB/c Mice

After several experiments, we finally determined the mass ratio of the adjuvant to

antigen phase to be 1:1; based on this ratio, we prepared the SNA for the FMD-VLP vaccine
and immunized the animals.
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The specific antibody test results showed that the SNA-adjuvant vaccine produced
higher antibodies than the VLPs and PBS groups at weeks 2—4, comparable to those
produced by the ISA206-adjuvant group. This result indicates that the combination of
SNA and FMDV-VLPs can significantly enhance the immune response in BALB/c mice as
compared to VLPs alone (Figure 6a).
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Figure 6. Results of the immunization experiments in mice. (a) Specific antibody levels in the mice
immunized with various vaccines. (b) IFN-y levels in serum. (c) Levels of IgG1 and IgG2a. (d) IL-1B
levels in serum. * p < 0.05, ** p < 0.01.

The results showed that, at a serum dilution of 1:100, the SNA vaccine group produced
a relatively high IgG1, comparable to the ISA206 group, and produced a higher IgG2a
than the VLPs and PBS groups and slightly lower than the ISA206 group (Figure 6¢). The
IgG2a antibody levels reflect the Th1l immune responses, and the IgG1 antibody levels
reflect the Th2 immunity. This result also indicates that the SNA-adjuvant vaccination
mainly induced humoral immunity in the body but also induced different levels of cellular
immune responses.

In the present mouse immunization experiment, the SNA vaccine group produced
higher levels of IFN-y than the ISA206 vaccine group and the VLPs antigen group (Figure 6b).
This result again demonstrates that the SNA-adjuvant vaccine induced a Thl-type immune
response. Meanwhile, the serum IL-1§ in the SNA adjuvant immunization group was
higher than in the ISA206-adjuvant group and the VLPs antigen group (Figure 6d).
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3.6. Evaluation of Immunization Effect after Immunization of Guinea Pigs

As shown in Figure 7 and Table 1, the specific and neutralizing antibody titres were sig-
nificantly higher in the SNA-VLPs immunized guinea pigs compared to the PBS group, and
T lymphocyte proliferation was also promoted. However, compared to the ISA206-VLPs
group, there were no significant differences in the specific antibody titres, T lymphocyte
proliferation levels and protection rates in the SNA immunization group.

A 2.57 mm SNA-VLPs — —_—
== [SA 206-VLPs *x e i
= PBS —— l —

8 —_—

7 2.0

=

g Ead

=

& 1.5+

=

=

EE

< 1.0

o
b=
2
2, 0.5+ T
) |l|

0.0- T T T

1 2 Kk 3 4
b C ., 3 Wet
64 —g 1501

i = = =

2 324 ,é E LI

= s 2+ en

2 164 2 £

£ z 5

SRS 2 Z

w @ =

£ £ 14 =

S 44 3 £

o = =

o £ 5

g 2 E #

- 5;

1- 0-
= o =) < S ]
o8 «‘“\S & ﬂ\s w_&z &
§ F &
A T &

Figure 7. The results of the immunization experiments in guinea pigs. (a) The specific antibody levels
in the guinea pigs immunized with various vaccines. (b) The levels of the neutralizing antibody.
(c) The lymphocyte proliferation index. (d) The IFN-y levels in serum. * p < 0.05, ** p < 0.01.

Table 1. Protection of guinea pigs after challenge with FMDV.

Group Guinea Pigs Number Protection Rate of Protection (%)
FMD VLPs-SNA 6 5 83.3% (5/6)
FMD VLPs-ISA206 6 5 83.3% (5/6)
PBS 6 0 0(0/6)

Note: When neither the inoculated limb nor the uninoculated limb and vesicles were swollen, this was judged as
protection; When both the inoculated limb and the uninoculated parts were infected, this was judged as unprotected.

To confirm whether the SNA induced cellular immunity, we measured the expression
levels of the related cytokines IFN-y. The result indicated that the levels of IFN-y (Figure 7d)
were upregulated compared with the PBS group; the IFN-y levels in the SNA-VLP group
were comparable to those in the ISA206-VLP group, and there was no significant difference.

4. Discussion

Vaccination is the most effective and economical method with which to control and
prevent FMD. FMD whole-virus-inactivated vaccines have been widely used in various
countries, but there are inherent risks. The successful development of virus-like particles
(VLPs) has opened a new direction for modern vaccines. Recombinant VLPs are a good
alternative to traditional vaccines for FMD because they are non-infectious, require low
production conditions, and can also be modified to improve their stability [19].
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Nanomaterials with targeted delivery and high bioavailability hold promise as a new
delivery system for biocontrol, disease prevention, and chemical antimicrobials [20,21].
Compared with other conventional emulsions, nano-emulsions have a particle size of
20-200 nm, good stability, easy storage, easy penetration of tissue barriers, easier up-
take by dendritic cells, and fewer toxic side effects [22,23]; so, it is important to apply
nano-emulsions as adjuvants in the research and development of vaccines. Joyappa et al.
immunized mice and guinea pigs with a foot-and-mouth disease P1-3CD DNA vaccine
loaded onto calcium phosphate nanoparticles and induced significant cellular and humoral
immunity while effectively protecting immunized mice and guinea pigs from attack by
foot-and-mouth disease virus [24]. Huang et al. developed a novel nano-emulsion PELC
and immunized mice by combining PELC with inactivated influenza virus vaccine and
found that the PELC significantly enhanced the proliferative activity of T lymphocytes,
increased the secretion levels of IFN-y and IL-4, and induced higher levels of specific
antibodies [25].

Squalene oil-based adjuvants, such as MF59 and AS03, are components in commer-
cially available influenza vaccines in Europe, with average droplet sizes in the subnanome-
tre range of 155-160 nm [26]. In this study, we successfully prepared the squalane nano-
emulsion adjuvant, SNA, with an average particle size of 95 nm, which was smaller than
that of the MF59 and AS03 adjuvants. We also used it for the first time as an adjuvant for
the FMD-VLP vaccine and conducted immunization experiments in mice and guinea pigs.

The key to the preparation of nano-emulsions is the selection of a suitable oil, sur-
factant, and co-surfactant, as well as the appropriate ratio between the oil and the mixed
surfactant (surfactant and co-surfactant). It has been noted that water/oil nano-emulsions
formulated with non-ionic surfactants have no phase separation over a more extended pe-
riod time, are more stable, and have greater biological efficacy [27]. Therefore, in this study;,
we chose Span85 and Tween60 as surfactants and determined the exact ratios between the
two surfactants and between the surfactant and the co-surfactant using pseudo-ternary
phase diagrams. We used a simple low-energy emulsification method (phase change
method) to prepare the nano-emulsions by adding the aqueous phase (antigen phase)
dropwise to a mixture of oil, surfactant, and co-surfactant and gently stirring until a clear
clarified emulsion appears. Therefore, this method is easy and has great advantages for
large-scale production.

The stability of the oil-emulsion adjuvant is an essential indicator of the excellent
adjuvant properties; we chose the high-speed centrifugation method [28], the thermody-
namic stability method, and the long-term storage method to assess the stability of the
SNA comprehensively. The results of all three methods proved that the SNA adjuvant had
good stability with uniform particles, good dispersion, and no significant changes in zeta
potential and particle size after 12 months of storage.

The safety evaluation of vaccine adjuvants is a very important link before clinical
application. At present, there are not many normative documents for the safety evaluation
of adjuvants in the world, and no unified evaluation standard has been formed. Currently,
the safety evaluation of vaccine adjuvants mainly refers to the evaluation method of clinical
drugs. In this study, the safety of the SNA was evaluated from two aspects: a cytotoxicity
test in vitro and a tissue toxicity test in vivo. The cytotoxicity test showed that the SNA
did not affect the growth of the PK-15 cells at medium and low concentrations. In the
mouse experiment, the growth condition of mice was not affected after the nano-emulsion
injection, and no pathological changes were found in the tissue sections of essential organs.
Thus, these data indicate that the SNA is safe as an adjuvant for injection.

CpG has a good safety profile, enhances the antigen-presenting function of DCs,
monocytes and macrophages [29], induces B-cell proliferation, indirectly stimulates the
immune activity of NK cells, and significantly favours the immune response to the Thl
type [30,31]. Hence, we added CpG to this new nano-emulsion to obtain a better immune
effect. It has been documented that the immunization of guinea pigs with CpG as a vaccine
adjuvant encapsulated in chitosan-coated poly (lactic acid)-glycolic acid nanoparticles
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provided ideal protection [32]. It has also been reported that the addition of CpG to the
influenza virus VLP vaccine offers complete protection against the 1918 influenza virus [33].

In mice immune experiments, we determined that the SNA adjuvant with the added
CpG component increased the serum levels of IgG2a and IFN-y, with a significant ten-
dency to induce Th1 cell immune responses and was comparable to ISA206 in promot-
ing IL-1p secretion, lymphocyte proliferation and attack protection, showing the same
immune-enhancing effect as the positive control ISA206. The immunization and challenge
experiments in guinea pigs showed that SNA as an adjuvant for the FMD-VLPs vaccine
induced a stronger specific immune response against FMDV. In particular, there was no
significant difference in antibody levels and protection between the SNA-VLPs-immunized
and ISA206-VLPs-immunized groups. Pervaiz et al. evaluated the adjuvant role of three
oil adjuvants (GAHOL, Montanide ISA-206 and ISA-201) in FMD inactivated vaccines.
Among them, GAHOL is a home-made oil adjuvant. Thirty days after vaccination, 100%
(6/6) of cattle immunized with the Montanide-201 adjuvanted vaccine were protected in
a homologous FMD challenge, which was superior to cattle vaccinated with the ISA-206
(66.6%, 4/6) or GAHOL adjuvanted vaccine (50%, 3/6) [34]. In conclusion, compared with
the results of previous studies, the SNA adjuvant prepared in the present study with FMD
VLPs produced a protection rate in guinea pigs within the ideal range.

5. Conclusions

The present study indicated that the SNA, a novel nano-emulsion adjuvant of squalene,
is simple to prepare and easy to produce on a large scale, has good biocompatibility and
a relatively comprehensive immune-enhancing effect, and can be an effective adjuvant
for FMD VLPs vaccines. Therefore, the current study indicates that SNA may become a
new conventional adjuvant with good application prospects for FMD therapy. However,
whether SNA is suitable for other subunit vaccines and its underlying immune mechanism
need further investigation, which is our future work.

Supplementary Materials: The following supporting information can be downloaded at: https:
/ /www.mdpi.com/article/10.3390 /nan012223934 /s1.

Author Contributions: X.S., YH. and H.G. was involved in the experimental design, data analysis,
and original manuscript writing. K.Y., H.S. and Z.T. assisted in writing, reviewing and editing,
organizing experimental data. S.T. and Y.Z. assisted in the collection of experimental materials
and editing of the manuscript. W.D., A\W. and S.S. assisted in completing animal experiments and
analysing data. H.D. was involved in the collection and collation of all data and analysis. All authors
have read and agreed to the published version of the manuscript.

Funding: This research was supported by grants from the National Key Research and Develop-
ment Program (2021YFD1800300), and Science and Technology Major Project of Gansu Provine
(21ZD3NAO001), and the National Natural Science Foundation of China (32072847, 31873023, 32072859,
32002272), and Science and Technology Talents and Platform Program (202205AF150007).

Institutional Review Board Statement: All animal experiments were approved by the Animal
Ethical and Experimental Committee of Lanzhou Veterinary Research Institute, Chinese Academy of
Agricultural Sciences (approval number: LVRIAEC2018-008).

Data Availability Statement: Not applicable.

Acknowledgments: We are grateful for the technical support from the technical team of foot-and-
mouth disease prevention and control at the Lanzhou Institute of Veterinary Medicine, Chinese
Academy of Agricultural Sciences.

Conflicts of Interest: The authors declare no conflict of interest.

1. Perry, B.D.; Rich, K.M. Poverty impacts of foot-and-mouth disease and the poverty reduction implications of its control. Vet.
Record. 2007, 160, 238-241. [CrossRef] [PubMed]


https://www.mdpi.com/article/10.3390/nano12223934/s1
https://www.mdpi.com/article/10.3390/nano12223934/s1
http://doi.org/10.1136/vr.160.7.238
http://www.ncbi.nlm.nih.gov/pubmed/17308024

Nanomaterials 2022, 12, 3934 14 of 15

10.

11.

12.

13.

14.

15.

16.

17.

18.

19.

20.

21.

22.

23.

24.

25.

Pan, L.; Zhang, ZW.; Lv, ].L.; Zhou, P; Hu, WE; Fang, Y.Z.; Chen, H.T,; Liu, X.S.; Shao, ].J.; Zhao, FR.; et al. Induction of mucosal
immune responses and protection of cattle against direct-contact challenge by intranasal delivery with foot-and-mouth disease
virus antigen mediated by nanoparticles. Int. |. Nanomed. 2014, 9, 5603-5618. [CrossRef] [PubMed]

Cao, Y.M. Adjuvants for foot-and-mouth disease virus vaccines: Recent progress. Expert Rev. Vaccines 2014, 13, 1377-1385.
[CrossRef] [PubMed]

Tan, M.; Jiang, X. Subviral particle as vaccine and vaccine platform. Curr. Opin. Virol. 2014, 6, 24-33. [CrossRef] [PubMed]
Noad, R.; Roy, P. Virus-like particles as immunogens. Trends Microbiol. 2003, 11, 438—444. [CrossRef]

Qian, C.Y,; Liu, X.L.; Xu, Q.; Wang, Z.P; Chen, J.; Li, T.T.; Zheng, Q.B.; Yu, H.; Gu, Y,; Li, SW.; et al. Recent Progress on the
Versatility of Virus-Like Particles. Vaccines 2020, 8, 139. [CrossRef]

Guo, H.C,; Sun, S.Q.; Jin, Y;; Yang, S.L.; Wei, Y.Q.; Sun, D.H.; Yin, S.H.; Ma, ].W,; Liu, Z.X.; Guo, ]. H.; et al. Foot-and-mouth disease
virus-like particles produced by a SUMO fusion protein system in Escherichia coli induce potent protective immune responses in
guinea pigs, swine and cattle. Vet. Res. 2013, 44, 48. [CrossRef]

Shah, R.R.; O'Hagan, D.T.; Amiji, M.M.; Brito, L.A. The impact of size on particulate vaccine adjuvants. Nanomedicine 2014, 9,
2671-2681. [CrossRef]

Xing, Q.; Song, J.; You, X.H.; Dong, L.; Wang, K.X.; Song, ].Q.; Guo, Q.; Li, P.Y.; Wu, C.B.; Hu, H.Y. Microemulsions containing
long-chain oil ethyl oleate improve the oral bioavailability of piroxicam by increasing drug solubility and lymphatic transportation
simultaneously. Int. |. Pharm. 2016, 11, 709-718. [CrossRef]

Popa, O.; Babeanu, N.E.; Popa, L; Sultana, N.; Dinu-Parvu, C.E. Methods for obtaining and determination of squalene from
natural sources. Biomed Res. Int. 2015, 2015, 367202. [CrossRef]

Schmidt, R.; Holznagel, E.; Neumann, B.; Alex, N.; Sawatsky, B.; Enkirch, T.; Pfeffermann, K.; Kruip, C.; Messling, V.V.; Wagner, R.
Squalene-containing licensed adjuvants enhance strain-specific antibody responses against the influenza hemagglutinin and
induce subtype-specific antibodies against the neuraminidase. Vaccine 2016, 34, 5329-5335. [CrossRef] [PubMed]
Nguyen-Contant, P.; Sangster, M.Y.; Topham, D.]. Squalene-Based Influenza Vaccine Adjuvants and Their Impact on the
Hemagglutinin-Specific B Cell Response. Pathogens 2021, 10, 355. [CrossRef] [PubMed]

Gregor, C.; Ulrich, V. Nanotechnology and the transdermal route: A state of the art review and critical appraisal. J. Control. Release
2010, 141, 277-299. [CrossRef]

Sun, HW,; Liu, K\Y,; Liu, W.; Wang, W.X.; Guo, C.L.; Tang, B.; Gu, J.; Zhang, ].Y.; Li, H.B.; Mao, X.H.; et al. Development and
characterization of a novel nanoemulsion drug-delivery system for potential application in oral delivery of protein drugs. Int. J.
Nanomed. 2012, 7,5529-5530. [CrossRef] [PubMed]

Sun, HW.; Wei, C.; Liu, B.S,; Jing, HM.; Feng, Q.; Tong, Y.N.; Yang, Y.; Yang, L.Y.; Zuo, Q.F; Zhang, Y.; et al. Induction of systemic
and mucosal immunity against methicillin-resistant Staphylococcus aureus infection by a novel nanoemulsion adjuvant vaccine.
Int. . Nanomed. 2015, 10, 7275-7290. [CrossRef]

Myc, A.; Kukowska-Latallo, J.F,; Bielinska, A.U.; Cao, P.; Myc, P.P; Janczak, K.; Sturm, T.R.; Grabinski, M.S.; Landers, ].J.; Young,
S.K.; et al. Development of immune response that protects mice from viral pneumonitis after a single intranasal immunization
with influenza A virus and nanoemulsion. Vaccine 2003, 21, 3801-3814. [CrossRef]

Teng, Z.D.; Sun, S.Q.; Luo, X.; Zhang, Z.H.; Seo, H.; Xu, X.Y.;; Huang, J.; Dong, H.; Mu, S.Y.; Du, P; et al. Bi-functional gold
nanocages enhance specific immunological responses of foot-and-mouth disease virus-like particles vaccine as a carrier and
adjuvant. Nanomedicine 2021, 33, 102358. [CrossRef]

Teng, Z.D.; Sun, S.Q.; Chen, H.; Huang, J.; Du, P,; Dong, H.; Xu, X.Y.; Mu, S.Y.; Zhang, Z.J.; Guo, C.H. Golden-star nanoparticles
as adjuvant effectively promotes immune response to foot-and-mouth disease virus-like particles vaccine. Vaccine 2018, 36,
6752-6760. [CrossRef]

Bidart, J.; Mignaqui, A.; Kornuta, C.; Lupi, G.; Gammella, M.; Soria, I.; Galarza, R.; Ferella, A.; Cardillo, S.; Langellotti, C.; et al.
FMD empty capsids combined with the Immunostant Particle Adjuvant -ISPA or ISA206 induce protective immunity against foot
and mouth disease virus. Virus. Res. 2021, 297, 198339. [CrossRef]

Suresh Kumar, R.S.; Shiny, PJ.; Anjali, C.H.; Jerobin, J.; Goshen, K.M.; Mukherjee, A.; Mukherjee, A.; Chandrasekaran, N.
Distinctive effects of nano-sized permethrin in the environment. Environ. Sci. Pollut. Res. Int. 2013, 20, 2593-2602. [CrossRef]
Liu, WJ.; Zhang, G.L.; Wu, ].R.; Zhang, Y.L.; Liu, J.; Luo, H.Y.; Shao, L.Q. Insights into the angiogenic effects of nanomaterials:
Mechanisms involved and potential applications. . Nanobiotechnol. 2020, 18, 9. [CrossRef] [PubMed]

Bachmann, M.F; Jennings, G.T. Vaccine delivery: A matter of size, geometry, kinetics and molecular patterns. Nat. Rev. Immunol.
2010, 10, 787-796. [CrossRef] [PubMed]

Smith, D.M.; Simon, J.K; Baker, J.R. Applications of nanotechnology for immunology. Nat. Rev. Immunol. 2013, 13, 592-605.
[CrossRef] [PubMed]

Joyappa, D.H.; Kumar, C.A.; Banumathi, N.; Reddy, G.R.; Suryanarayana, V.V.S. Calcium phosphate nanoparticle prepared with
foot and mouth disease virus P1-3CD gene construct protects mice and guinea pigs against the challenge virus. Vet. Microbiol.
2009, 139, 58-66. [CrossRef] [PubMed]

Huang, M.H.; Huang, C.Y;; Lin, 5.C.; Chen, ].H.; Ku, C.C,; Chou, A.H,; Liu, S.J.; Chen, HW.; Chong, P; Leng, C.H. Enhancement
of potent antibody and T-cell responses by a single-dose, novel nanoemulsion-formulated pandemic influenza vaccine. Microbes
Infect. 2009, 11, 654-660. [CrossRef] [PubMed]


http://doi.org/10.2147/IJN.S72318
http://www.ncbi.nlm.nih.gov/pubmed/25506214
http://doi.org/10.1586/14760584.2014.963562
http://www.ncbi.nlm.nih.gov/pubmed/25234962
http://doi.org/10.1016/j.coviro.2014.02.009
http://www.ncbi.nlm.nih.gov/pubmed/24662314
http://doi.org/10.1016/S0966-842X(03)00208-7
http://doi.org/10.3390/vaccines8010139
http://doi.org/10.1186/1297-9716-44-48
http://doi.org/10.2217/nnm.14.193
http://doi.org/10.1016/j.ijpharm.2016.07.061
http://doi.org/10.1155/2015/367202
http://doi.org/10.1016/j.vaccine.2016.08.082
http://www.ncbi.nlm.nih.gov/pubmed/27616472
http://doi.org/10.3390/pathogens10030355
http://www.ncbi.nlm.nih.gov/pubmed/33802803
http://doi.org/10.1016/j.jconrel.2009.10.016
http://doi.org/10.2147/IJN.S36071
http://www.ncbi.nlm.nih.gov/pubmed/23118537
http://doi.org/10.2147/IJN.S91529
http://doi.org/10.1016/S0264-410X(03)00381-5
http://doi.org/10.1016/j.nano.2021.102358
http://doi.org/10.1016/j.vaccine.2018.09.030
http://doi.org/10.1016/j.virusres.2021.198339
http://doi.org/10.1007/s11356-012-1161-0
http://doi.org/10.1186/s12951-019-0570-3
http://www.ncbi.nlm.nih.gov/pubmed/31918719
http://doi.org/10.1038/nri2868
http://www.ncbi.nlm.nih.gov/pubmed/20948547
http://doi.org/10.1038/nri3488
http://www.ncbi.nlm.nih.gov/pubmed/23883969
http://doi.org/10.1016/j.vetmic.2009.05.004
http://www.ncbi.nlm.nih.gov/pubmed/19505774
http://doi.org/10.1016/j.micinf.2009.03.003
http://www.ncbi.nlm.nih.gov/pubmed/19344782

Nanomaterials 2022, 12, 3934 15 of 15

26.

27.

28.

29.

30.

31.

32.

33.

34.

Shah, R.R.; Taccone, M.; Monaci, E.; Brito, L.A.; Bonci, A.; O’'Hagan, D.T.; Amiji, M.M.; Seubert, A. The droplet size of emulsion
adjuvants has significant impact on their potency, due to differences in immune cell-recruitment and activation. Sci. Rep. 2019,
9, 11520. [CrossRef]

Anjali, C.H.; Sharma, Y.; Mukherjee, A.; Chandrasekaran, N. Neem oil (Azadirachta indica) nanoemulsion-a potent larvicidal agent
against Culex quinquefasciatus. Pest Manag. Sci. 2012, 68, 158-163. [CrossRef]

Kumar, S.; Chaturvedi, VK.; Kumar, B.; Kumar, P; Sudha Rani Somarajan, S.R.; Mishra, A.K.; Sharma, B. Effect of alum co-
adjuvantation of oil adjuvant vaccine on emulsion stability and immune responses against haemorhagic septicaemia in mice. Iran
J. Microbiol. 2015, 7, 79-87.

Bode, C.; Zhao, G.; Steinhagen, F.; Kinjo, T.; Klinman, D.M. CpG DNA as a vaccine adjuvant. Expert Rev. Vaccines 2011, 10,
499-511. [CrossRef]

Iho, S.; Maeyama, J.; Suzuki, F. CpG oligodeoxynucleotides as mucosal adjuvants. Hum. Vaccine Immunother. 2015, 11, 755-760.
[CrossRef]

Kubo, S.; Kobayashi, M.; Masunaga, Y.; Ishii, H.; Hirano, Y.; Takahashi, K.; Shimizu, Y. Cytokine and chemokine expression in
cigarette smoke-induced lung injury in Guinea pigs. Eur. Respir. J. 2005, 26, 993-1001. [CrossRef] [PubMed]

Zheng, H.B.; Pan, L.; Lv, ].L.; Zhang, Z.W.; Wang, Y.Y.; Hu, WE; Liu, X.S.; Zhou, P.; Wang, Y.L.; Zhang, Y.G. Comparison of
immune responses in guinea pigs by intranasal delivery with different nanoparticles-loaded FMDV DNA vaccine. Microb. Pathog.
2020, 142, 104061. [CrossRef] [PubMed]

Galarza, ].M.; Latham, T.; Cupo, A. Virus-like particle vaccine conferred complete protection against a lethal influenza virus
challenge. Viral. Immunol. 2015, 18, 365-372. [CrossRef] [PubMed]

Pervaiz, D.; Ramya, K.; Nuruy, S.; Bedaso, M.; Subodh, K.; Ganesh, K.; Kondabattula, G. Montanide ISATM 201 adjuvanted FMD
vaccine induces improved immune responses and protection in cattle. Vaccine 2013, 31, 3327-3332. [CrossRef]


http://doi.org/10.1038/s41598-019-47885-z
http://doi.org/10.1002/ps.2233
http://doi.org/10.1586/erv.10.174
http://doi.org/10.1080/21645515.2014.1004033
http://doi.org/10.1183/09031936.05.00042405
http://www.ncbi.nlm.nih.gov/pubmed/16319327
http://doi.org/10.1016/j.micpath.2020.104061
http://www.ncbi.nlm.nih.gov/pubmed/32061916
http://doi.org/10.1089/vim.2005.18.365
http://www.ncbi.nlm.nih.gov/pubmed/16035948
http://doi.org/10.1016/j.vaccine.2013.05.078

	Introduction 
	Materials and Methods 
	Selection of the Surfactant and Cosurfactant 
	Preparation of the SNA 
	Characterization of the SNA 
	Stability Assessment of the SNA 
	High-Speed Centrifuge Stability and Thermodynamic Stability 
	Long-Term Stability Test 

	Biocompatibility Evaluation of the SNA 
	Tissue Toxicity 
	Cytotoxicity 

	Preparation of the FMD-VLP Vaccine with SNA 
	Immunization Studies in BALB/c Female Mice 
	Guinea Pig Immunization with FMD-VLP Vaccine with SNA 
	Animal Vaccination 
	Detection of Specific Antibodies and Cytokine Levels 
	Detection of the Neutralizing Antibodies 
	T-Cell Proliferation Assay 
	Challenge Protocols 

	Statistical Analysis 

	Results 
	Preparation of the SNA 
	Characterization of the SNA 
	Stability of the SNA 
	Safety Evaluation of the SNA 
	Effects of the FMDV-VLP Vaccine with SNA on the Antibody Production in BALB/c Mice 
	Evaluation of Immunization Effect after Immunization of Guinea Pigs 

	Discussion 
	Conclusions 
	References

