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Ribosomal P2 Protein With
Nanomaterials as a Promising DNA
Vaccine Against Toxoplasmosis
ZhengQing Yu, Ke He, WanDi Cao, Muhammad Tahir Aleem, RuoFeng Yan, LiXin Xu,
XiaoKai Song and XiangRui Li*

MOE Joint International Research Laboratory of Animal Health and Food Safety, College of Veterinary Medicine,
Nanjing Agricultural University, Nanjing, China

Caused by Toxoplasma gondii, toxoplasmosis has aroused great threats to public health
around the world. So far, no effective vaccine or drug is commercially available, and the
demands for a safe and effective therapeutic strategy have become more and more
urgent. In the current study, we constructed a DNA vaccine encoding T. gondii ribosomal
P2 protein (TgP2) and denoted as TgP2-pVAX1 plasmid. To improve the
immunoprotection, nanomaterial poly-lactic-co-glycolic acid (PLGA) and chitosan were
used as the delivery vehicle to construct TgP2-pVAX1/PLGA and TgP2-pVAX1/CS
nanospheres. Before vaccinations in BALB/c mice, TgP2-pVAX1 plasmids were
transiently transfected into Human Embryonic Kidney (HEK) 293-T cells, and the
expression of the eukaryotic plasmids was detected by laser confocal microscopy and
Western blotting. Then the immunoprotection of naked DNA plasmids and their two nano-
encapsulations were evaluated in the laboratory animal model. According to the
investigations of antibody, cytokine, dendritic cell (DC) maturation, molecule expression,
splenocyte proliferation, and T lymphocyte proportion, TgP2-pVAX1 plasmid delivered by
two types of nanospheres could elicit a mixed Th1/Th2 immune response and Th1
immunity as the dominant. In addition, TgP2-pVAX1/PLGA and TgP2-pVAX1/CS
nanospheres have great advantages in enhancing immunity against a lethal dose of T.
gondii RH strain challenge. All these results suggested that TgP2-pVAX1 plasmids
delivered by PLGA or chitosan nanomaterial could be promising vaccines in resisting
toxoplasmosis and deserve further investigations and applications.

Keywords: Toxoplasma gondii, ribosomal P2 protein, PLGA, chitosan, immunoprotection
INTRODUCTION

Widely distributed around the world, Toxoplasma gondii is an obligate intracellular parasite that can
infect almost all mammals including human beings (1, 2). The invasion of T. gondii in newborns can
lead to congenital defects, while the occurrence in immunocompromised individuals can cause
pneumonia, encephalitis, even death (3, 4). In addition, toxoplasmosis in livestock can result in
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economic losses, especially in sheep and pigs (1). Chemical
treatments mainly including pyrimethamine (PYR) and
sulfadiazine (SDZ) are effective against T. gondii bradyzoites
(5, 6), but their side effects cannot be ignored (7). Currently,
therapeutic strategies to completely eradicate T. gondii are still
unavailable (8). Ovilis Toxovax® (Intervet Inc., Angers, France)
so far has been the only T. gondii vaccine commercially available
for abortion prevention in goats and sheep (9), but the
immunoprotection of tissue cyst formation has been
questioned by Food Standards Agency (10). In short,
considering drug residues in animal products and the drug
resistance in parasites (11), the development of effective
vaccines against toxoplasmosis is a valued and urgent priority.

Safe and reliable vaccines against T. gondiimay be the approach
to control the infection (12). In recent years, great achievements
have been made in the identification of vaccine candidates against
T. gondii (13), and numerous vaccine candidates have been proved
to be effective in resisting toxoplasmosis (14, 15). However, these
tested vaccines cannot generate full protection against T. gondii in
animals. The ability of T. gondii to cross the blood–brain barrier
and the capability of developing a continuous infection in the
central nervous system are a challenge for drug therapy due to the
inaccessibility of chemical components and made the control of
toxoplasmosis in humans and animals difficult (16). After a
successful invasion, T. gondii could quickly develop into
tachyzoites, which define the acute infection, leading to serious
consequences in the host. As a ribosomal stalk protein, T. gondii
ribosomal P2 protein (TgP2) plays an important role in T. gondii
survival (17), and it has been proved to localize to the surface of
tachyzoites (18). Such properties create a favorable condition for
the host immunity to resist. Recent research indicated that
ribosomal Plasmodium falciparum ribosomal P2 protein (PfP2)
was immunogenic in mouse models (19), and PfP2 was highly
homologous to TgP2 (about 70% similarity). In addition, identified
bymurine macrophages in vitro, recombinant TgP2 obtained from
a prokaryotic expression system could induce immunoprotection
against T. gondii infections in vivo (20). These observations suggest
an important function of TgP2 in T. gondii invasion and survival,
and the construction of T. gondii vaccines targeting the TgP2 looks
rational in generating immunity against toxoplasmosis.

Previous studies have developed numerous vaccination
strategies against toxoplasmosis, mainly including attenuated,
subunit, inactivated, and nucleic acid vaccines (21, 22).
Unfortunately, antigens generated by another expression
organism tend to elicit an allergic reaction (23) and generally
showed low immunogenicity, especially in resisting intracellular
pathogens (21). Among many types of vaccine, DNA vaccine
particularly aroused our interest, and many in vivo trials have
demonstrated that DNA vaccine encoding one or multiple
antigens can elicit an effectively humoral and cellular immune
response against toxoplasmosis (24, 25). In addition, DNA
vaccines showed obvious advantages over other types of
vaccines, such as being stable, having high immunogenicity,
being easy to produce and transport, and being susceptible to
generating long-term immunity. Approved by the Food and
Drug Administration (FDA) (26), the pVAX1 vector is
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characterized by massive replication in Escherichia coli and
high expression in most mammalian cells. Furthermore,
efficient delivery systems are extensively studied and used as
the critical components in vaccine formulations to protect the
antigens from undesirable degradation and evoke adequate
immunity reactions (27). Currently, many synthesized delivery
systems have been proved to be efficient in enhancing immune
responses (28). As a biodegradable polymer extensively applied
in biomaterials for bone tissue engineering (29), poly-lactic-co-
glycolic acid (PLGA) has been licensed for applications in drugs
and vaccines by the FDA (30, 31). In addition, chitosan also
offers advantages in drug and vaccine delivery (32), due to its
nontoxic, biocompatible, and biodegradable nature (33). Also
due to its valuable properties, chitosan has been proved to be safe
in parts of dietary applications and wound dressings (34, 35).
Currently, both PLGA and chitosan were widely applied in T.
gondii vaccine delivery (27, 36), but few studies reported its
applications in DNA molecule delivery.

In the current study, we constructed a novel DNA vaccine
encoding the T. gondii ribosomal P2 protein, named TgP2-
pVAX1 plasmid. Then some attempts in combining TgP2-
pVAX1 plasmids with PLGA and chitosan nanospheres were
conducted to develop the nano DNA vaccine. BALB/c mice were
double-immunized with synthesized PLGA or chitosan
nanospheres, and the parasite burden was investigated to
evaluate the immune protection of nano DNA vaccines. Our
findings highlighted the importance of nanosphere-delivered
DNA vaccines in eliciting potent protection against T.
gondii infections.
MATERIALS AND METHODS

Parasites, Cells, and Animals
Maintained in the Ministry of Education (MOE) Joint
International Research Laboratory of Animal Health and Food
Safety, College of Veterinary Medicine, Nanjing Agricultural
University, Nanjing, PR China, tachyzoites of the highly
pathogenic T. gondii RH strain (type I) were propagated via
the BALB/c mice according to previous research (37).

Purchased from the Institute of Cell Biology, Chinese
Academy Sciences, Shanghai, PR China, Human Embryonic
Kidney 293-T (HEK 293-T) cells were cultured in Dulbecco’s
Modified Eagle’s Medium (DMEM; Gibco, Carlsbad, CA, USA)
containing 10% fetal bovine serum (FBS; Gibco, Carlsbad, CA,
USA) and 1% double antibiotics (penicillin–streptomycin
solution, Gibco, Carlsbad, CA, USA) at 37°C in a 5%
CO2 atmosphere.

Obtained from the Model Animal Research Center of Nanjing
University, Nanjing University, PR China, specific pathogen-free
(SPF) BALB/c mice (18–22 g) and Sprague–Dawley rats (200–
220 g) were strictly kept in an SPF environment. Supervised by
the Animal Ethics Committee, Nanjing Agriculture University,
China, all the animal-related operations were carried out in strict
compliance with the requirements of the Ethics Procedures and
Guidelines of the People’s Republic of China.
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Gene Cloning and Plasmid Construction
Total RNA Extraction kit (OMEGA Bio-Tek, Norcross, GA,
USA) was used to isolate total RNA from 106 tachyzoites of T.
gondii according to the manufacturer’s protocol. By using a
reverse transcription kit (Takara Biotechnology, Dalian,
China), reverse transcription PCR (RT-PCR) was immediately
employed to synthesize the cDNA. To amplify the complete open
reading frame (ORF) of TgP2, primers were designed based on
the conserved domain sequences (CDS) of TgP2 (GenBank:
XM_002364187.2). Along with the Kozak translation initiation
sequence and the restriction endonuclease sites (EcoRI and
X h o I ) , p r i m e r s , 5 ʹ - C C G GAAT T C GCCACC
ATGGCAATGAAATACTTCGCTG-3ʹ (forward) and 5ʹ-CCG
CTCGAG TTAGTCGAAGAGCGAGAAGCCC-3ʹ (reverse),
were synthesized by Tsingke Biological Technology (Nanjing,
China). Based on the instruction (Vazyme Biotech, Nanjing,
China), PCR was performed in a volume of 50 ml, and the PCR
amplification was conducted as follows: 1 cycle of 95°C for 5 min
and then 35 cycles of 95°C for 30 s, 62.7°C for 30 s, and 72°C for
30 s. The final primer extension time was extended to 5 min at
72°C. The amplicons were detected using electrophoresis on a
1.0% agarose gel containing 0.01% ethidium bromide. The
expected DNA bands were purified by Gel Extraction Kit
(OMEGA Bio-Tek, Norcross, GA, USA), digested by EcoRI
and XhoI restriction endonuclease (Takara Biotechnology,
Dalian, China), and inserted into a linear pVAX1 vector
(Invitrogen Biotechnology, Shanghai, China) by T4 DNA ligase
(Takara Biotechnology, Dalian, China). The constructed
plasmids were first determined by double restriction enzyme
digestion and then sequenced by ABI PRISM™ 3730 XL DNA
Analyzer (Applied Biosystems, Waltham, MA, USA). The
correct plasmids were transferred into E. coli DH5a
(Invitrogen Biotechnology, Shanghai, China). To obtain the
plasmids in large quantity, E. coli DH5a carrying the correct
plasmids was much duplicated in Luria Bertani (LB) medium
containing 100 mg/ml of kanamycin monosulfate until the
OD600 reached 0.6 (37°C and shaking at 180 rpm). The Endo-
free DNA plasmid extraction kit (Vazyme Biotech, Nanjing,
China) and ToxinSensor™ Chromogenic LAL Endotoxin
Assay Kit (GeneScript, Piscataway, NJ, USA) was employed to
obtain the endo-free DNA plasmids. Before being stored at −20°
C, a nanodrop microvolume spectrophotometer (Thermo
Scientific, Waltham, MA, USA) was used to determine the
concentration of obtained plasmids.

Expression Detection of
Constructed Plasmids
To obtain the soluble tachyzoite antigens (STAg) of T. gondii, the
previously described procedure was conducted with minor
modifications (38). Briefly, the peritoneal lavage fluids were
collected and passed through a 5-mm filtering membrane
(Millipore, Billerica, MA, USA). After being centrifuged at
2,500 rpm for 5 min, 5 × 106 tachyzoites were redissolved in
1,000 ml of phosphate-buffered saline (PBS). The protease and
phosphatase inhibitor (Beyotime, Shanghai, China) were then
added according to the instructions, and then tip sonication
Frontiers in Immunology | www.frontiersin.org 3
(Scientz Biotechnology, Ningbo, China) was carried out in a
continuous mode for 2 s at 2 s (10 min in total) under an output
power of 30 W. Before being at −20°C, the total amount of
protein was conducted by bicinchoninic acid (BCA) assay
(Thermo Scientific, Waltham, MA, USA).

To obtain the polyclonal antibody against T. gondii STAg, two
Sprague–Dawley rats were first immunized with 500 mg of STAg
mixed with complete Freund’s adjuvant (Sigma-Aldrich, St. Louis,
MO, USA). Two weeks later, quartic immunizations were
conducted using 500 mg of STAg mixed with incomplete
Freund’s adjuvant (Sigma-Aldrich, St. Louis, MO, USA) at 1-
week intervals. All immunizations were conducted subcutaneously
in the back skin with multiple points. One week after the last
injection, blood was harvested at the eye socket, and sera
containing polyclonal antibodies were collected. Blank sera were
also harvested from rats immunized with PBS using the same
immunization strategy. All sera were kept at −20°C until use.

To determine the expression of constructed plasmids in vitro,
1 × 106 HEK 293-T cells were cultured in a six-well plate (Costar,
Cambridge, MA, USA) and were transfected with the endo-free
plasmids using the Lipofectmine™ 3000 reagent (Invitrogen
Biotechnology, Shanghai , China) according to the
manufacturer’s guidelines. At 48-h stationary cultivation after
transfection, the supernatants were discarded, and the cells were
fixed with 1 ml of 4% paraformaldehyde for 12 h at 4°C after
being rinsed three times with PBS. Then the cells were
permeabilized with tris-buffered saline (TBS) containing 0.1%
Triton X-100 (TBSx), blocked with TBSx containing 5% bovine
serum albumin (BSA), and incubated with TBSx containing 5%
BSA and serum against STAg (1:100 dilution). Rinsed 5 min in
TBSx, the samples were incubated with CY3-conjugated anti-rat
IgG (1:500 dilution, Sigma, Saint Louis, MO, USA) and
subsequently with 4′,6-diamidino-2-phenylindole (DAPI)
staining solution (500 ml/well, Beyotime, Shanghai, China). The
images were immediately recorded by a Nikon A1 plus laser
scanning confocal microscopy (Nikon Corporation,
Tokyo, Japan).

To further confirm the expression of constructed plasmids in
vitro, the transfected HEK 293-T cells were incubated at 37°C for
48 h. The cells were scraped into 500 ml of radioimmunoprecipitation
assay (RIPA) lysis (Beyotime, Shanghai, China) containing protease
and phosphatase inhibitor. Added with 10× loading buffer, HEK
293-T cell lysates were incubated at 95°C for 5 min and separated by
12% sodium dodecyl sulfate–polyacrylamide gel electrophoresis
(SDS-PAGE). Cell lysates were transferred to methanol-activated
polyvinylidene fluoride (PVDF)membrane (Millipore, Billerica, MA,
USA) using a Semi-Dry Transfer system (Bio-Rad, Hercules, CA,
USA). Membranes were blocked in TBS containing 0.05% (v/v)
Tween 20 and 5% (w/v) non-fat skimmed milk powder on a rotary
shaker with 70 rpm at 37°C for 2 h. Rinsed 5 min in TBST (TBS
containing 0.05% (v/v) Tween 20), the membranes were incubated
with polyclonal antibody against T. gondii STAg in TBST (1:100
dilution) at 4°C overnight with constant shaking. The membranes
were subsequently incubated with horseradish peroxidase (HRP)-
conjugated anti-rat IgG (1:8,000 dilution, eBioscience, San Diego,
CA, USA) on a rotary shaker with 70 rpm at 37°C for 2 h.
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Rinsed 5 min in TBST, the blots were visualized by newly prepared
3,3′-diaminobenzidine (DAB; Sigma-Aldrich, St. Louis, MO, USA).

Synthesis of Nano DNA Vaccines
To synthesize the PLGA nanospheres, the double emulsion
solvent evaporation technique (w/o/w) was conducted based on
the previous research with minor modifications (39, 40). To
obtain the organic solution, 50 mg of PLGA (molecular weight
(MW) 40,000–75,000 Da, LA/GA: 65/35, Sigma, Saint Louis,
MO, USA) was weighed in a 50-ml centrifuge tube containing a
magnetic stirring bar. Then 1 ml of dichloromethane (DCM;
Sigma, Saint Louis, MO, USA) was added with the tube plugged
and stirred until the complete dissolution of the polymer.
Subsequently, polyvinyl alcohol (PVA; MW 31,000–75,000 Da,
Sigma, Saint Louis, MO, USA) was dissolved in double-distilled
water to prepare the 6% (w/v) PVA solution. Before use, the 6%
PVA solution was passed through a 0.22-mm filtering membrane
(Millipore, Billerica, MA, USA). At room temperature, 2 ml of
6% PVA solution was stirred using a magnetic stirrer (400 rpm),
and 4 mg of endo-free DNA plasmids (concentration was 1 mg/
ml) was dropwise dissolved by means of the Pipetman® P1000L
(Gilson, Shanghai, China). The aqueous solution was obtained
after a subsequent mix on a vortex mixer for 5 min. The organic
solution was dropped into the aqueous solution using a magnetic
stirrer (400 rpm). Tip sonication (Scientz Biotechnology,
Ningbo, China) was then carried out in a continuous mode for
2 s at 2 s (5 min in total) under an output power of 40W under 4°
C to synthesize the w/o emulsions. The w/o emulsions were
dropped into 3 ml of 6% PVA solution using a magnetic stirrer
(400 rpm). Tip sonication was again conducted with the same
parameters to synthesize the w/o/w emulsions. The resulting w/
o/w emulsions were then transferred into a 50-ml centrifuge tube
using a magnetic stirrer (400 rpm) overnight to evaporate DCM.
The w/o/w emulsions were centrifuged at 40,000 rpm for 15 min
at 4°C, and PLGA nanospheres (precipitation) were collected in
double-distilled water. In addition, the supernatant was also
collected. After being passed through a 0.22-mm filtering
membrane, the obtained PLGA nanospheres were then frozen.
Once completely congealed, the nanospheres were transferred to
a vacuum freeze-drier (Labconco, Kansas City, MO, USA) until
completely freeze-dried. The freeze-dried PLGA nanospheres
were stored at 4°C under sealed conditions until use.

To synthesize the chitosan nanospheres, the ionic gelation
technique was conducted based on previous research with minor
modifications (41). To make the chitosan solution, 100 mg of
chitosan (MW 50–190 kDa, Sigma, Saint Louis, MO, USA) was
dissolved in 50 ml of 1.0% (v/v) aqueous acetic acid solution and
left in agitation until complete dissolution. Then the pH value
was adjusted to 5.0 by NaOH solution. To prepare a 2 mg/ml
sodium tripolyphosphate (TPP; Aladdin, Shanghai, China)
solution, 20 mg of TPP was dissolved in 10 ml of double-
distilled water and passed through a 0.22-mm filtering
membrane (Millipore, Billerica, MA, USA). Chitosan solution
measuring 10 ml was transferred into a 50-ml centrifuge tube
using a magnetic stirrer (400 rpm) in an incubator at 30°C, and
then 2 mg of endo-free DNA plasmids (concentration was 1 mg/
ml) was added dropwise. Subsequently, 2 ml of TPP solution was
Frontiers in Immunology | www.frontiersin.org 4
dropped, and a 20-min constant stirring was conducted. Then tip
sonication was then performed in a continuous mode for 2 s at 2
s (3 min in total) under an output power of 50 W. Centrifuged at
40,000 rpm for 15 min at 4°C, the chitosan nanospheres
(precipitation) were collected in double-distilled water. The
supernatant was also collected for further analysis. Passed
through a 0.22-mm filtering membrane, the obtained CS
nanospheres were then frozen. Once completely congealed, the
nanospheres were transferred to the vacuum freeze-drier until
completely freeze-dried. The freeze-dried CS nanospheres were
stored at 4°C under sealed conditions until use.

Characterization of
Synthesized Nanospheres
To determine the loading capacity (LC) and encapsulation
efficiency (EE) of synthesized nanospheres, the concentration
of non-bound plasmids in the supernatant obtained in Section
2.4 was determined by the nanodrop microvolume
spectrophotometer. LC and EE in PLGA and chitosan
nanospheres were evaluated by applying formula (1) and
formula (2), respectively.

LC ð%Þ = Total plasmid − Free plasmid concentration � Volume of supernatant
Weight of nanospheres

� 100% (1)

EE ð%Þ = Total plasmid − Free plasmid concentration � Volume of supernatant
Total plasmid

� 100% (2)

To investigate the morphological shape, the formulated
nanospheres were sent to the College of Life Science, Nanjing
Agriculture University, PR China, for scanning electron
microscopy (SEM) observation (Hitachi SU8010, Hitachi Ltd.,
Tokyo, Japan). ImageJ software (version 1.8, NIH Image,
Bethesda, MD, USA) was employed to characterize the average
diameter of PLGA and chitosan nanospheres.

The release characteristics from PLGA and chitosan
nanospheres in vitro were investigated in PBS (pH 7.4) as
previously described (42). In brief, synthesized PLGA and
chitosan nanospheres were dispersed in PBS (pH 7.4) at 37°C
under mild shaking (180 rpm). At a 12-h interval, samples of the
supernatant were collected by centrifugation and stored at −20°
C. The settled nanospheres were resuspended in the original
solution after each collection. After the last collection, the
plasmid concentration in the samples was measured by a
nanodrop microvolume spectrophotometer, and the cumulative
release (CR) was calculated by applying formula (3).

CR ð%Þ = Total volume of supernatant � Plasmid concentration
Total loaded plasmid

� 100%

(3)

To evaluate the toxicity of synthesized nanospheres, 35 BALB/c
mice were randomly divided into seven groups (n = 5 mice): Blank
(immunized with an equal volume of PBS), Control (immunized
February 2022 | Volume 13 | Article 839489
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with pVAX1 plasmids), pVAX1/CS (immunized with pVAX1/CS
nanospheres), pVAX1/PLGA (immunized with pVAX1/PLGA
nanospheres), TgP2-pVAX1 (immunized with TgP2-pVAX1
plasmids), TgP2-pVAX1/CS (immunized with TgP2-pVAX1/CS
nanospheres), and TgP2-pVAX1/PLGA (immunized with TgP2-
pVAX1/PLGA nanospheres) groups. Each animal was injected
intramuscularly with a dose containing 300 mg of plasmids, which
was tripled in the immune dosage compared with the regular
dosage. Three days later, a booster vaccination was conducted with
the same dosage and strategy. Sera were harvested from the eye
socket 1 day after treatment, and the levels of creatinine (Cr) in
serum and the blood urea nitrogen (BUN) were evaluated by the
sarcosine oxidase method (Solarbio, Beijing, China) and urease-
indophenol method (Solarbio, Beijing, China). During the test
period, their physical health and mental status were observed
and recorded.

Immunization and Challenging Schedules
in Mice
To investigate the protective immunity of two synthesized
nanospheres, BALB/c mice weighing 18–22 g (7 weeks old)
were randomized into seven groups (n = 28 mice), all animals
were intramuscularly immunized twice in the leg muscles with
multipoint at 2-week intervals (Table 1). Blood samples were
harvested through the eye socket before immunization, and the
sera were separated and stored at −20°C until use. Blank or
vaccinated animals were challenged with a lethal dose (103

tachyzoites) of T. gondii RH strain intraperitoneally as
indicated previously (43). Seven days after the challenge,
infected animals were anesthetized and then sacrificed under
the supervision of the Animal Ethics Committee, Nanjing
Agriculture University, China, and the cardiac tissue was
isolated and stored at −20°C until use.

Antibody and Cytokine Investigation
To investigate the titers of T. gondii-specific serum antibody in
the sera, ELISAs were conducted as described previously (44).
Briefly, each well (96-well plates, Costar, Cambridge, MA, USA)
was coated with 1 mg of STAg (dissolved in 100 ml of carbonate
buffer pH 9.6) overnight at 4°C. After 5-min rinsing in TBST,
each well was blocked with TBST containing 5% BSA (Sangon
Biotech, Shanghai, China) at 37°C for 1 h. Sera from mice were
diluted (1:100) in TBST containing 5% BSA and added into each
well after being rinsed in TBST for 5 min. Incubated at 37°C for
1 h, each well of the 96-well plates was rinsed 5 min in TBST and
Frontiers in Immunology | www.frontiersin.org 5
incubated with HRP-conjugated anti-mouse IgG, IgG1, or IgG2a
(1:8,000, eBioscience, San Diego, USA) at 37°C for 1 h. Finally,
tetramethylbenzidine (TMB; Tiangen, Beijing, China) as
substrate was used to evaluate the immunoreaction, and the
reaction in each well was stopped by 100 ml of 2 M newly
prepared H2SO4. The absorbance was determined at 450 nm by a
microplate reader (Thermo Scientific, Waltham, MA, USA).

To determine cytokine secretions in animals’ sera,
commercially available ELISA kits (Yifeixue Biotech, Nanjing,
China) based on double antibody sandwich method were used to
evaluate the concentrations of interferon-gamma (IFN-g),
interleukin (IL) 4 (IL-4), IL-10, and IL-17 referenced to known
amounts of mouse recombinant cytokines.

Flow Cytometry Analysis
At weeks 2 and 4 (before immunization or challenge), five mice
from each group were euthanized, and the splenic lymphocytes
were harvested by the lymphocyte separation kit (Solarbio,
Beijing, China). To investigate the surface markers of dendritic
cells (DCs), the separated lymphocytes were cultured in DMEM
containing 10% FBS and 1% double antibiotics overnight. The
non-adhering cells were discarded, and the attached cells were
collected gently after being washed three times in PBS. Cells were
then adjusted to 106 cells in 100 ml of PBS and stained with anti-
mouse CD11c-APC, CD86-FITC, and CD83-PE (eBioscience,
San Diego, CA, USA) for 40 min at 4°C in the dark. After
washing, centrifugation, and collection, cells were sorted by flow
cytometry (Beckman Coulter Inc., Brea, CA, USA). Before cell
sorting, the fluorescence compensation trial was performed to
determine adequate compensation according to the instructions.

For the MHC molecules changes in DCs, the separated
lymphocytes were directly adjusted to 106 cells in 100 ml of PBS
and stained with anti-mouse CD11c-PE, MHC-I-FITC, andMHC-
II-APC (eBioscience, San Diego, CA, USA) under the same
conditions mentioned above. Then the flow cytometry analysis
was conducted using the same strategies described previously.

To analyze the proportion of CD4+ and CD8+ T lymphocytes
subsets, 2 × 106 splenic lymphocytes were equally dissolved in two
tubes containing 100 ml of PBS. One tube was stained with anti-
mouse CD3e-PE and CD4-FITC (eBioscience, San Diego, CA, USA)
for CD4+ T lymphocyte subset detection, while another tube was
stained with anti-mouse CD3e-PE and CD8-FITC (eBioscience, San
Diego, CA, USA) for CD8+ T lymphocyte subset detection. The
staining strategy and flow cytometry analysis were conducted using
the same strategies described previously.
TABLE 1 | Immunization strategy in mice.

Group Immunization strategy (each mouse) Challenge strategy (each mouse)

Blank Equal volume of PBS at weeks 0 and 2 103 tachyzoites were challenged
intraperitoneally at week 4Control 100 mg of pVAX1 plasmid at weeks 0 and 2

pVAX1/CS pVAX1/CS nanospheres containing 100 mg of pVAX1 plasmid at weeks 0 and 2
pVAX1/PLGA pVAX1/PLGA nanospheres containing 100 mg of pVAX1 plasmid at weeks 0 and 2
TgP2-pVAX1 100 mg of TgP2-pVAX1 plasmid at weeks 0 and 2
TgP2-pVAX1/CS TgP2-pVAX1/CS nanospheres containing 100 mg of TgP2-pVAX1 plasmid at weeks 0 and 2
TgP2-pVAX1/PLGA TgP2-pVAX1/PLGA nanospheres containing 100 mg of TgP2-pVAX1 plasmid at weeks 0 and 2
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Lymphocyte Proliferation Investigation
Three days after the booster immunization, three mice from
each group were euthanized to separate the splenic
lymphocytes using the same method described in Section 2.8.
The splenic lymphocytes were adjusted to 105 cells/well in a 96-
well plate. The transfected cells described in Section 2.3 were
scraped into 1 ml of sterile PBS, and then tip sonication was
conducted to obtain the cell lysates in a continuous mode for 2 s
at 2 s (10 min in total) under an output power of 30 W. After
protein determination by BCA assay, 50 mg/well cell lysates was
added into each well in a 96-well plate. The splenic lymphocytes
with cell lysates were incubated at 37°C in a 5% CO2

atmosphere for 48 h. Cell Counting Kit 8 (CCK-8; Beyotime,
Shanghai, China) measuring 10 ml was added according to the
instructions. Incubated for 2 h, the plate was subsequently
measured at 450 nm by a microplate reader to illustrate the
lymphocyte proliferation.

Parasite Burden in Mice
To demonstrate the parasite burden in mice, 30.0 mg of cardiac
tissue obtained in Section 2.6 was lysed for genomic DNA
extraction following the guidelines (OMEGA Bio-Tek, Norcross,
Georgia, USA), and the DNA extracts were stored at −20°C until
use. Absolute quantitative real-time PCR (qPCR) was carried out
to investigate the 529-bp fragments in the extracts according to the
published research (45). The plasmids containing the amplified
529-bp fragments were also constructed, and an online tool
(http://cels.uri.edu/gsc/cndna.html) was employed to calculate
the copy numbers of the plasmids. For qPCR amplification, 6.0
ml of 2× ChamQ Universal SYBR qPCR MasterMix (Vazyme,
Nanjing, China), 0.24 ml of each primer, 1 ml of DNA extracts, and
double-distilled water to make a final volume of 12.0 μl were
involved in each reaction. Amplification for each reaction was
performed on an Applied Biosystems 7500 (Life Technologies,
Carlsbad, CA, USA) by 30-s incubation at 95°C, followed by 40
Frontiers in Immunology | www.frontiersin.org 6
cycles of 10 s at 95°C and 30 s at 60°C. At the end of the reaction
between 60°C and 95°C with an increment of 0.05°C/s, a melting
curve analysis was performed. Before further analysis, the melting
curve of each amplification was identified with one uniform peak
as expected.

Statistical Analysis
Conducted by GraphPad 6.0 software (GraphPad Prism, San
Diego, CA, USA), a one-way ANOVA was employed to illustrate
differences between groups. Pairwise comparisons among TgP2-
pVAX1, TgP2-pVAX1/PLGA, and TgP2-pVAX1/CS group were
estimated by ANOVA following Bonferroni’s correction. The
results were considered as significant at p < 0.05 and represented
as mean ± SD for each group. CytExpert software (version 2.3,
Beckman Coulter Inc., Brea, CA, USA) was recruited to conduct
the flow cytometric analysis.
RESULTS

Plasmid Construction and Expression
The TgP2-pVAX1 plasmid was successfully constructed as
described previously. To verify the constructed plasmid, the
double enzyme digestion was performed with EcoRI and XhoI,
yielding two fragments of 354 and 2,966 bp, respectively
(Figure 1A). The sequence results also indicated that the insert
in the constructed plasmid was the ORF of TgP2. In summary, all
these results proved that the TgP2-pVAX1 plasmid was
correctly constructed.

The HEK 293-T eukaryotic cells were transfected with an
endo-free TgP2-pVAX1 plasmid. As illustrated in Figure 1B,
cells transfected with TgP2-pVAX1 plasmid showed specific red
fluorescence, whereas cells transfected with pVAX1 plasmid did
not display red fluorescence, indicating the expression of the
TgP2 protein. The Western blotting results revealed a single
A B C

FIGURE 1 | (A) Double digestion analysis of the recombinant plasmid TgP2-pVAX1. Line M, DL5000 marker; Line 1, double digestion with EcoRI and XhoI.
(B) Immunofluorescence analysis of the expression of TgP2-pVAX1 in HEK 293-T cells. Bar represents 25 mm. (C) Western blotting of cell lysates probed with rat
polyclonal antibodies against Toxoplasma gondii STAg. Cell lysates of HEK 293-T cell transfected with TgP2-pVAX1 (Line 1) and pVAX1 (Line 2) plasmids. Line M,
MW marker proteins.
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band (approximately 24 kDa, Figure 1C), indicating an MW that
is twice as expected (11.77 kDa). The pH value of resolving gel
used in the current research was 8.8, and TgP2 has been proved
to oligomerize at higher pH values (46). According to the protein
sequence of TgP2, it lacks cysteines altogether. Thus, it is
expected that the recombinant TgP2 protein should not exist
in the disulfide bond, indicating the dimerization of TgP2 in
resolving gel. Similar results have been reported in the previous
study (18). In addition, no band was detected in pVAX1
transfected cells, and all these findings indicated that the
recombinant TgP2 protein could be expressed by TgP2-pVAX1
in HEK 293-T cells.

Characterization of Nanospheres
After encapsulation of TgP2-pVAX1 plasmid in PLGA and
chitosan nanospheres, the morphology of nanospheres was
examined under SEM. As observed by SEM (Figure 2), the
morphology of PLGA and chitosan nanospheres was both
spherical in shape, with small round convex particles detected
on its surface. According to five arbitrary nanospheres in the
SEM images, the average diameter of TgP2-pVAX1/PLGA
nanospheres synthesized by using 6% PVA was determined to
be 112.31 ± 15.60 nm, while the mean diameter of TgP2-pVAX1/
CS nanospheres formulated by using 2 mg/ml of TPP was 100.93
± 12.36 nm. Based on five independent trials, the LC of PLGA
and chitosan nanospheres was 1.91% and 4.16%, respectively,
while the EE was 59.18% and 85.74%, respectively.

Referenced to the blank PLGA or chitosan nanospheres under
the same circumstance, the release characteristics of TgP2-
pVAX1/PLGA and TgP2-pVAX1/CS nanospheres were
investigated. As demonstrated in Figure 3, the burst release of
two types of nanospheres was both observed in the first 2 days, and
the TgP2-pVAX1/CS nanospheres showed a steadier release
profile as compared to the TgP2-pVAX1/PLGA nanospheres;
10.40% ± 5.67% of TgP2-pVAX1 were released from TgP2-
Frontiers in Immunology | www.frontiersin.org 7
pVAX1/PLGA nanospheres on the first day, while only 5.71% ±
5.17% plasmids were detected in the supernatant of TgP2-pVAX1/
CS nanospheres on the first day. After the fourth day, the release
profile of TgP2-pVAX1/PLGA nanospheres became flat, while the
release curve became steep 6 days later (after the tenth day).
However, the release curve of TgP2-pVAX1/CS nanospheres was
slow-released at the first 7 days and became less steep after about 8
days. In addition, the CR of TgP2-pVAX1/PLGA nanospheres has
crept up to over 100% on the twelfth day; such phenomenon may
be caused by the existence of calculation error.

Based on the sarcosine oxidase and urease-indophenol
method, the levels of Cr (Figure 4A) and BUN (Figure 4B)
were analyzed to assess the toxicity of nanospheres. The levels of
Cr and BUN remained at an acceptable range, and all groups
were statistically similar (p > 0.05) to the blank or control group.
In addition, no adverse reaction was observed in all animals, and
no abnormal changes in the physical health and mental status.
All the results indicated that the synthesized nanospheres
were nontoxic.

Antibody and Cytokine Determination
To determine whether the nanomaterial can promote the efficacy
of TgP2-pVAX1 plasmids after multiple immunizations, mice
were vaccinated with either TgP2-pVAX1 plasmids alone or
nanospheres loaded with TgP2-pVAX1 plasmids one or two
times. As expected, vaccinations of PLGA and chitosan
nanospheres could induce higher levels of T. gondii-specific
IgG (Figure 5A, p < 0.001) as compared with naked TgP2-
pVAX1 plasmids at one and two immunizations. After the
second immunization, animals immunized with TgP2-pVAX1/
CS nanospheres could generate higher levels of IgG (p < 0.01)
when compared to the animals immunized with TgP2-pVAX1/
PLGA nanospheres. Furthermore, immunizations with the DNA
vaccines entrapped in nanospheres as well as DNA vaccines
alone could elicit higher levels of T. gondii-specific IgG1
A B

FIGURE 2 | Scanning electron microscopy (SEM) images of TgP2-pVAX1 plasmids entrapped in poly-lactic-co-glycolic acid (PLGA) (A) and chitosan nanospheres
(B). By double emulsion solvent evaporation (w/o/w) and ionic gelation technique, PLGA and chitosan nanospheres were synthesized. After being completely freeze-
dried, nanospheres were imagined at a magnification of ×30,000 (bar represents 500 nm).
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(Figure 5B) and IgG2a (Figure 5C) antibody responses as
compared with the blank or control group. When compared
with naked TgP2-pVAX1 plasmids, immunizations with the
TgP2-pVAX1/CS nanospheres could bolster statistically higher
levels of IgG1 and IgG2a, regardless of immunization times.
However, the TgP2-pVAX1/PLGA nanospheres could elicit
significantly higher levels of IgG1 (p < 0.05) after the second
immunizations and remarkable higher levels of IgG2a (p < 0.05)
after the first immunization, when compared to the naked TgP2-
pVAX1 plasmids.
Frontiers in Immunology | www.frontiersin.org 8
Following TgP2-pVAX1 plasmid immunization with or
without nanospheres, sera of animals were harvested after the
first and second immunizations to determine cytokine
production. Immunizations with TgP2-pVAX1 plasmids or its
nanomaterial encapsulations could enhance the production of
cytokines IFN-g (Figure 6A), IL-4 (Figure 6B), IL-10
(Figure 6C), and IL-17 (Figure 6D) when compared with
blank or control group, regardless of the number of
immunizations. In TgP2-pVAX1/CS group, animals receiving
two immunizations could generate higher levels of IFN-g, IL-4,
IL-10, and IL-17 than those in the TgP2-pVAX1 group, while
animals in TgP2-pVAX1/PLGA group receiving two
immunizations could generate equal levels of four tested
cytokines when compared with animals in TgP2-pVAX1 group
(p > 0.05). Notably, animals in TgP2-pVAX1/CS group showed
significantly higher levels of IFN-g and IL-4 than those in the
TgP2-pVAX1/PLGA group after the booster immunizations. All
the obtained results suggested that TgP2-pVAX1 plasmids,
TgP2-pVAX1/CS nanospheres, and TgP2-pVAX1/PLGA
nanospheres could mediate the production of cytokines, and
the concentrations in the sera were dependent on different
nanospheres and the number of immunizations. In addition,
the effects of PLGA or chitosan nanospheres in promoting the
secretions of cytokines were also evaluated.

Flow Cytometry Analysis in Splenic
Dendritic Cells
Splenic lymphocytes were collected from animals immunized
once or twice with either naked TgP2-pVAX1 plasmids or
nanospheres loaded with plasmids to determine the effect of
nanosphere on DC maturation. As illustrated in Figures 7A, C,
animals immunized with TgP2-pVAX1 plasmids, TgP2-pVAX1/
CS nanospheres, or TgP2-pVAX1/PLGA nanospheres were
detected with high expressions of CD83 on the surfaces of DCs
FIGURE 3 | The release profile of poly-lactic-co-glycolic acid (PLGA) and
chitosan nanosphere loaded with TgP2-pVAX1 plasmids in vitro over a 14-
day period. Referenced to the blank PLGA or chitosan nanospheres, the total
amount of TgP2-pVAX1 plasmids in the supernatant was determined by a
nanodrop microvolume spectrophotometer. Three independent trials were
carried out, and each sample was conducted once. Values are represented
as mean ± SD (n = 3), and the dotted lines represent SD.
A B

FIGURE 4 | Toxicity analysis of TgP2-pVAX1 plasmid entrapped in poly-lactic-co-glycolic acid (PLGA) and chitosan nanospheres. Harvested from each group, sera
were harvested, and the levels of Cr (A) and blood urea nitrogen (BUN) (B) were investigated based on the instructions of commercial kits. Each serum was
conducted once, and significance was evaluated by one-way ANOVA followed by Dunnett’s test. Values among the TgP2-pVAX1, TgP2-pVAX1/PLGA, and TgP2-
pVAX1/CS groups were pairwise compared by ANOVA following Bonferroni’s correction. Values are represented as mean ± SD (n = 5).
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A

B C

FIGURE 5 | Antibody secretions of total IgG (A), isotypes IgG1 (B), and IgG2 (C) in the sera from immunized animals at weeks 0, 2, and 4. Each serum was
conducted once, and significance was evaluated by one-way ANOVA followed by Dunnett’s test. Values among the TgP2-pVAX1, TgP2-pVAX1/PLGA, and TgP2-
pVAX1/CS groups were pairwise compared by ANOVA following Bonferroni’s correction. Values are shown as the mean of the OD450 ± SD (n = 5). *p < 0.05,
**p < 0.01, and ***p < 0.001 compared with blank or control group.
A B

C D

�

FIGURE 6 | Cytokine secretions of IFN-g (A), IL-4 (B), IL-10 (C), and IL-17 (D) in animals’ sera at weeks 0, 2, and 4. Commercially available ELISA kits were used to
determine the level of cytokines in the sera. Each serum was conducted once, and significance was evaluated by one-way ANOVA followed by Dunnett’s test.
Values among the TgP2-pVAX1, TgP2-pVAX1/PLGA, and TgP2-pVAX1/CS groups were pairwise compared by ANOVA following Bonferroni’s correction. Values are
shown as mean ± SD (n = 5). *p < 0.05, **p < 0.01, and ***p < 0.001 compared with blank or control group.
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(p < 0.001). Elicited by DNA vaccines and their nanospheres,
high CD86 frequencies (p < 0.001) were also observed after the
first or second immunization when compared with the blank or
control group (Figures 7B, C). When compared with TgP2-
pVAX1 plasmids, TgP2-pVAX1/PLGA nanospheres exhibited
better effects in inducing CD83 and CD86 molecules according
to the data analysis. Furthermore, statistical differences were
observed between TgP2-pVAX1/CS and TgP2-pVAX1/PLGA
group in promoting CD83 and CD86 molecules, with greater
capacity of TgP2-pVAX1/PLGA nanospheres in inducing two
tested molecules. All the obtained results indicated that the
synthesized nanospheres as well as the TgP2-pVAX1 plasmids
played a crucial role in inducing the CD83 and CD86 molecules
of DCs, and the ability in enhancing surface molecule expression
was dependent on the type of nanospheres and number
of immunizations.

PLGA and chitosan nanospheres are known to be the delivery
systems for antigens. To further evaluate the effects of TgP2-
pVAX1/CS and TgP2-pVAX1/PLGA nanospheres on antigen
presentation, murine lymphocytes were collected and analyzed by
flow cytometry. Compared with the blank group (Figures 8A, C),
Frontiers in Immunology | www.frontiersin.org 10
TgP2-pVAX1/PLGA nanosphere vaccination induced higher levels
of MHC-I molecules (p < 0.05) after booster immunization.
However, the expressions of MHC-II molecules were significantly
(p < 0.001) promoted by naked TgP2-pVAX1 plasmids or two types
of nanospheres after the primary and booster immunizations
(Figures 8B, C). In addition, TgP2-pVAX1/PLGA nanospheres
exhibited higher capacity (p < 0.001) in eliciting MHC-II molecules
after the booster immunizations, when compared with TgP2-
pVAX1 plasmids. These obtained results indicated that the
antigen presentation effects of DCs could be activated by TgP2-
pVAX1 plasmids and their nanospheres, and an obvious promotion
could be presented by the PLGA nanomaterial.

Proliferation and Flow Cytometry Analysis
in Splenic T Lymphocytes
The activated DCs are known to be highly effective stimulators
that activate T lymphocytes. To determine whether the splenic T
lymphocytes were effectively activated, splenic lymphocytes were
separated 3 days after the booster immunization, and the
lymphocyte proliferation was determined. As evaluated in
Figure 9, animals immunized with TgP2-pVAX1 plasmids,
A

C

B

FIGURE 7 | Flow cytometry analysis of dendritic cell (DC) maturation. Five animals in each group were sacrificed, and spleen lymphocytes from each animal were
investigated. The bar graph shows the ratio of CD83 (A) and CD86 molecules (B) on splenic DCs, while the dot plots (C) show the percentages of CD11c+CD83+

and CD11c+CD86+ cells. Values are shown as mean ± SD (n = 5), and significance was evaluated by one-way ANOVA followed by Dunnett’s test. Values among the
TgP2-pVAX1, TgP2-pVAX1/PLGA, and TgP2-pVAX1/CS groups were pairwise compared by ANOVA following Bonferroni’s correction. *p < 0.05, **p < 0.01, and
***p < 0.001 compared with blank or control group.
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TgP2-pVAX1/CS nanospheres, or TgP2-pVAX1/PLGA
nanospheres could generate a significant proliferation when
compared with the blank or control group. Compared with the
naked TgP2-pVAX1 plasmids, TgP2-pVAX1/CS nanospheres
could remarkably promote the proliferation of splenic
lymphocytes (p < 0.001). Moreover, the significance could be
also detected between animals immunized with TgP2-pVAX1/
CS and TgP2-pVAX1/PLGA nanospheres (p < 0.01), indicating
that the chitosan nanospheres were superior in inducing the
proliferation of T lymphocytes.

To demonstrate the PLGA and chitosan nanosphere effects
on response inductions of T lymphocytes, splenic lymphocytes
were harvested from animals immunized once or twice.
Vaccination with TgP2-pVAX1 plasmids, TgP2-pVAX1/CS
nanospheres, and TgP2-pVAX1/PLGA nanospheres induced
higher levels of CD4+ (Figure 10A) and CD8+ T lymphocytes
(Figure 10B) in animals’ spleen. Induced CD4+ T and CD8+ T
lymphocytes were proportional to the number of immunizations,
with animals receiving the booster immunizations showing
better responses than animals immunized once. In addition,
TgP2-pVAX1/PLGA nanospheres were better in CD4+ T
Frontiers in Immunology | www.frontiersin.org 11
lymphocyte enhancement when compared with the TgP2-
pVAX1/CS nanospheres after the first and second
immunization, and TgP2-pVAX1 plasmids, TgP2-pVAX1/CS
nanospheres, and TgP2-pVAX1/PLGA nanospheres were equal
in activating CD8+ T lymphocyte (p > 0.05).
Toxoplasma gondii Burden in Animals
To determine the effects of DNA vaccines and their
nanospheres on improving protective efficacy, immunized
animals were challenged with a lethal dose of T. gondii RH
strain 2 weeks after the booster immunization. Parasite burden
in heart tissue of challenged animals was investigated 7 days
after challenge infection. As presented in Figure 11, animals
immunized with the naked TgP2-pVAX1 plasmids and two
types of nanospheres gained an advantage in resisting T. gondii
over the unimmunized control (p < 0.001). In addition,
compared with the naked TgP2-pVAX1 plasmids, both TgP2-
pVAX1/CS (p < 0.001) and TgP2-pVAX1/PLGA nanospheres
(p < 0.01) exhibited strong anti-T. gondii effect, and nearly two-
fold differences of parasite burden were observed. All these
A

C

B

FIGURE 8 | Flow cytometry analysis of MHC molecules on the surface of dendritic cells (DCs). Five animals in each group were sacrificed, and spleen lymphocytes
from each animal were investigated. The bar graph shows the ratio of MHC-I (A) and MHC-II molecules (B) on splenic DCs, while the dot plots (C) show the
percentages of CD11c+ MHC-I+ and CD11c+ MHC-II+ cells. Values are shown as mean ± SD (n = 5), and significance was evaluated by one-way ANOVA followed
by Dunnett’s test. Values among the TgP2-pVAX1, TgP2-pVAX1/PLGA, and TgP2-pVAX1/CS groups were pairwise compared by ANOVA following Bonferroni’s
correction. *p < 0.05 and ***p < 0.001 compared with blank or control group.
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obtained results suggested the importance of nanomaterials in
inducing immune protection.
DISCUSSION

In the current study, the TgP2-pVAX1 plasmids were first
constructed and then entrapped in PLGA or chitosan
nanomaterials. The results suggested that TgP2-pVAX1/PLGA
and TgP2-pVAX1/CS nanospheres with satisfactory release
curves were spherical in shape and nontoxic to animals. In
addition, evoked humoral immune responses, induced DCs
and T lymphocytes, and inhabited T. gondii burden were
demonstrated in animals immunized with TgP2-pVAX1/PLGA
or TgP2-pVAX1/CS nanospheres. All these obtained results lent
credit to the idea that TgP2-pVAX1 plasmids entrapped in
PLGA or chitosan nanospheres could be a promising approach
to resist the infections of T. gondii RH strain.

Successful vaccines require effective deliveries that can
prevent antigens from degradation and induce robust humoral
and cellular immunity (47, 48). As a promising vaccination
method that induces host immune responses, DNA
vaccination has emerged as a breakthrough in toxoplasmosis
prevention (12, 49). PLGA nanospheres have an advantage as a
DNA vaccine carrier, as they could protect the plasmids from
Frontiers in Immunology | www.frontiersin.org 12
undesirable degradation, and they could be efficiently absorbed
by host cells for transcription (50, 51). However, the anionic
property of PLGA nanospheres can result in poor
mucoadhesiveness (52), and the delivery capacity is related to
their size, surface properties, and even loaded antigens (36). As
one of the nano-antimicrobial agents, chitosan is nontoxic and
widely applied in vitro and in vivo to resist a wide variety of
microorganisms (53, 54). It has been reported that chitosan
could effectively activate cellular immunity via the cGAS-STING
pathway (55). Furthermore, chitosan is a good option for gene
delivery due to its cationic nature that can bind to nucleic acid
and prevent it from degradation (56).

To enhance the immune efficiency, polymeric nanospheres
have been widely used as the delivery vehicles for vaccines in
previous studies (57, 58), and numerous methods have been
constructed for nanosphere synthesis (30, 59). Based on the
double emulsion solvent evaporation and ionic gelation
technique, the PLGA and chitosan nanospheres were
successfully formulated in the present study. Reported in Hela
cells, 1,000-nm-sized nanospheres are observed with a lower
absorption coefficient when compared with the 100-nm-sized
nanospheres (60), and nanospheres with an average diameter less
than 200 nm are easier to be internalized by DCs (61). The
average diameter of PLGA and chitosan nanospheres synthesized
in the current study was about 100 nm, implying a better
absorption by host cells. As an important index to estimate the
quality of formulated nanospheres, LC and EE can be affected by
different preparation processes. According to a similar
procedure, the EE of PLGA nanospheres was 57.5% in the
previous study (62), while chitosan nanospheres whose EE and
LC reached 92.8% and 63.7% were synthesized by Zheng et al.
(63). The differences in LC and EE are likely to be driven by
different procedures or the different nature of antigens, and
further studies should focus on process optimization and
enhancing the LC and EE.

Based on the SEM images, both TgP2-pVAX1/PLGA
and TgP2-pVAX1/CS nanospheres had spherical morphology
and appeared to be composed of many spherical structures. Such
structures could prevent the obvious degradation of encapsulated
antigens during the loading and release process. The PLGA
nanospheres formulated in the present study showed a
multiphasic release pattern, and such a pattern may be driven
by porosity, nanosphere size, MW, and even the kind of antigens
(64). Notably, the CR of PLGA nanospheres reached 100% on the
twelfth day and increased in the following days. Such differences
were likely due to measurement variability. TgP2-pVAX1/CS
nanospheres exhibited a slow sustained release when compared
with the TgP2-pVAX1/PLGA nanospheres. Negatively charged
chitosan nanospheres were the cationic polymers that could bind
to the surface of cells, leading to a constant residence (65). Such
properties of chitosan nanospheres were beneficial for the
antigens to induce robust immunity. Nanosphere applications
in the vaccine or drug delivery are often limited by their
manufacturing difficulty and toxicity (48). As the most
commonly used solvent for PLGA, DCM was relatively
volatile, easy to be removed, and widely used in biomaterial
FIGURE 9 | Splenocyte proliferation of animals. Three mice in each group
were sacrificed, and spleen lymphocytes from each animal were investigated
(n = 3). The obtained lymphocytes from each animal were divided into four
parts and incubated with the HEK 293-T cell lysates transfected with
phosphate-buffered saline (PBS) (Blank group), pVAX1 (Control group), and
TgP2-pVAX1 (TgP2-pVAX1, TgP2-pVAX1/PLGA, and TgP2-pVAX1/PLGA
groups). Each reaction was conducted once, and significance was estimated
by one-way ANOVA followed by Dunnett’s test. Values among the TgP2-
pVAX1, TgP2-pVAX1/PLGA, and TgP2-pVAX1/CS groups were pairwise
compared by ANOVA following Bonferroni’s correction. **p < 0.01 and
***p < 0.001 compared with blank or control group.
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fabrications (66). However, a published paper questioned the
safety of DCM in human beings (67). To fully remove the
organic solvent and prolong the conservancy period, both
TgP2-pVAX1/PLGA and TgP2-pVAX1/CS nanospheres were
fully freeze-dried. As expected, the BUN and Cr levels in sera
were similar, as well as the good mental shape in clinical
observations, indicating that the synthesized nanospheres were
nontoxic for host animals.

Humoral immunity is important in resisting T. gondii, and
antibodies can mediate parasite phagocytosis and defense against
the parasites and even induce the classical complement pathway
to generate effective immunity (68). In the current study,
massively secreted IgG was detected in animals immunized
with naked plasmids and two types of nanospheres. It has been
reported that subtype IgG1 antibody is associated with Th2-
related immunity, while the Th1-related immunity is linked to
subtype IgG2a (69). The observed titers of IgG2a were slightly
higher than those of IgG1 after the first and second
immunizations, suggesting the generation of a mixed Th1/Th2
immunity, but Th1-related immunity predominated. Compared
with the DNA vaccines, PLGA and chitosan nanosphere-
Frontiers in Immunology | www.frontiersin.org 13
immunized animals could generate higher levels of IgG, IgG1,
and IgG2a, indicating the immunity enhancement of two types of
nanospheres. Such results were similar to the DNA vaccines
against T. gondii previously reported (25, 70, 71).

Largely generated Th1-related cytokines play a crucial role in
resisting T. gondii infection (68). As the major effector cytokine
for host immunity against parasites, IFN-g is generated by Th1
cells and plays an important role in activating host phagocytes
and determining the fate of toxoplasmosis (72, 73). IFN-g is
involved in eradicating T. gondii through enhancing T. gondii
tryptophan degradation (74), mediating nitric oxide (NO)
synthesis (75), and activating immune-related GTPases (IRGs)
(76). In the present study, significantly high levels of IFN-g were
observed in all vaccinated animals, and the Th2-related cytokines
(IL-4 and IL-10) were also promoted. IL-4 plays a crucial role in
promoting the secretions of IFN-g at the late stage of parasite
infections (77). Different from IL-4, IL-10 can inhabit severe
immunopathology mediated by CD4+ T cells and limit excess
inflammation to survive in animals (78). Cytokine IL-10 was
enhanced in animals immunized with two types of nanospheres,
indicating the regulation effects of Th2 cells. Generated by Th17
A

B

FIGURE 10 | Flow cytometry analysis of CD4+ (A) and CD8+ T lymphocytes (B) in splenic lymphocytes. Five animals in each group were sacrificed, and spleen
lymphocytes from each animal were investigated. Results were shown as mean ± SD (n = 5), and significance was estimated by one-way ANOVA followed by
Dunnett’s test. Values among the TgP2-pVAX1, TgP2-pVAX1/PLGA, and TgP2-pVAX1/CS group were pairwise compared by ANOVA following Bonferroni’s
correction. *p < 0.05, **p < 0.01, and ***p < 0.001 compared with blank or control group.
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cells, IL-17 is identified as a potential tissue inflammatory
regulator in resisting T. gondii (79, 80). Based on the published
paper, IL-17 can participate in cellular infections by enhancing
neutrophil recruitment (81). In the current research, we found
the high levels of IL-17 secretion in nanosphere-immunized
animals, indicating that the Th17 cells were also involved in
resisting T. gondii infections.

As important antigen-presenting cells (APCs), DCs are of
critical importance in activating innate and adaptive immunity
(82). As the important checkpoint expressed on the surface of
mature DCs, CD83 molecules play a critical role in the
orchestration of immunity and the induction of resolution of
inflammation (83), and early studies also indicated that CD83
molecules showed great influences on T-cell stimulation (84, 85).
As important costimulatory molecules, CD86 molecules can bind
to the CD28 molecules on T cells and provide the costimulatory
signals to T cells that decreased the activation threshold of naïve
T cells (86, 87). In addition, CD86 molecules are also critical in
regulating antigen presentation (88). In the current study, all
vaccine-immunized animals were observed with obviously
enhanced CD83 molecules as well as the CD86 molecules,
indicating that both TgP2-pVAX1/PLGA and TgP2-pVAX1/
CS nanospheres could facilitate the maturation of DCs and
increase the expression of partial costimulatory molecules. For
antigen presentation to function, matured DCs can generate
Frontiers in Immunology | www.frontiersin.org 14
MHC-II molecules with the invariant-chain peptide on its
surface, which could present antigens and mainly activated the
CD4+ T cells (89, 90). In the current study, significantly high
levels of MHC-II molecules were observed in animals
immunized with naked plasmids and two types of synthesized
nanospheres. Moreover, statistically promoted MHC-I molecules
were also obtained in animals double-immunized with TgP2-
pVAX1/PLGA and TgP2-pVAX1/CS nanospheres. Expressed in
all karyocytes, MHC-I molecules are critical in endogenous
antigen presentation, leading to the activation of CD8+ T cells
(91). Through the cross-presentation pathway, MHC-I
molecules can also transport exogenous antigen peptides to the
surface of cells, resulting in the activation of CD8+ T cells (92).
Furthermore, the published paper has proved that cytokine IFN-
g could upregulate the expression of MHC-I molecules through
the JAK/STAT pathway (93). Thus, the up-expressed MHC-I
molecules may be due to the secretion of IFN-g. All obtained
results indicated that both TgP2-pVAX1/PLGA and TgP2-
pVAX1/CS nanospheres could promote DC maturation and
induce slightly MHC-I-dependent and mainly MHC-II-
dependent antigen presentation.

Generally, the activation of CD4+ T lymphocytes mainly
requires two signals, MHC-II molecules and costimulatory
molecules (94, 95), while CD8+ T lymphocytes can be activated
by APCs or CD4+ T helper (Th) cells (96, 97). The activated T
lymphocytes will undergo proliferation and differentiation (98),
and T lymphocyte proliferation was regarded as the major
characteristic in demonstrating immunity status (99).
According to the current findings, all double-immunized
animals could generate obvious proliferation, especially those
immunized with TgP2-pVAX1/CS nanospheres. After
proliferation, T lymphocytes then differentiate to different Th
cells, and such a process often determines the type of immune
response (100). The induced CD8+ T lymphocytes can
differentiate into cytotoxic T lymphocytes (CTL) and then
exhibit immunotoxicity to parasites (101). Mainly including
Th1, Th2, Th17, and induced regulatory (iTreg) cells, activated
CD4+ T lymphocytes can further activate the macrophages,
recruit macrophages to the infection position, and generate
cytokines (102). In addition, the published reports indicated
that host T. gondii resistance is mainly conducted by natural
killer (NK) cells for innate immunity and the CD4+ T
lymphocytes for adaptive immunity (78). In the present study,
a significantly increased proportion of CD4+ and CD8+ T
lymphocytes was observed in nanosphere-immunized animals.
These findings as well as the reports made it clear that TgP2-
pVAX1/PLGA and TgP2-pVAX1/CS nanospheres played a
critical role in the induction of host CD4+ and CD8+ T
lymphocytes against toxoplasmosis.

To assess the immunoprotection of the synthesized
nanospheres during the acute phase of T. gondii infection, the
heart tissue was collected from each animal 7 days after infection,
and the parasite burden was investigated. Nanosphere-
vaccinated animals received lower T. gondii burden, indicating
that a satisfactory immunoprotection could be elicited by TgP2-
pVAX1/PLGA and TgP2-pVAX1/CS nanospheres. Currently,
FIGURE 11 | Copy number of 529-bp fragments in cardiac tissues from
mice. Mice were intraperitoneally injected with 103 tachyzoites of the highly
virulent Toxoplasma gondii RH strain 1 week after the last immunization. One
week later, five animals in each group were sacrificed, and cardiac tissues
were harvested. Each DNA extract was run in triplicate, and the average value
of each animal was calculated. Values are shown as mean ± SD (n = 5), and
significance was evaluated by one-way ANOVA followed by Dunnett’s test.
Values among the TgP2-pVAX1, TgP2-pVAX1/PLGA, and TgP2-pVAX1/CS
group were pairwise compared by ANOVA following Bonferroni’s correction.
**p < 0.01 and ***p < 0.001 compared with blank or control group.
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vacc ines or drugs that could prov ide comple te ly
immunoprotection against toxoplasmosis have not been
reported (12, 21), and our nanospheres loaded with TgP2-
pVAX1 plasmids could be the promising vaccines in resisting
T. gondii infections.
CONCLUSION

In summary, this study suggests that nanosphere-delivered
TgP2-pVAX1 plasmids were necessary for generating stronger
immunoprotection against acute toxoplasmosis. The in vivo
trials demonstrated that the nano DNA vaccines could induce
strong humoral and cellular responses and significantly decrease
the T. gondii burden in BALB/c mice, suggesting that
nanomaterials were necessary for developing an effective nano
DNA vaccine. Furthermore, our results also indicated that TgP2-
pVAX1/CS nanospheres were similar to TgP2-pVAX1/PLGA
nanospheres in resisting acute toxoplasmosis, according to the
parasite burden. However, due to the intracellular nature of T.
gondii, further investigations should optimize the LC of
plasmids, further enhancing the cellular immune responses
and verifying its efficiency on different animal models.
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19. Szuster-Ciesielska A, Wawiórka L, Krokowski D, Grankowski N, Jarosz Ł.,
Lisiecka U, et al. Immunogenic Evaluation of Ribosomal P-Protein Antigen
P0, P1, and P2 and Pentameric Protein Complex P0-(P1-P2)(2) of
Plasmodium Falciparum in a Mouse Model. J Immunol Res (2019)
2019:9264217. doi: 10.1155/2019/9264217

20. Yu Z, Lu Y, Liu Z, Aleem MT, Liu J, Luo J, et al. Recombinant Toxoplasma
Gondii Ribosomal Protein P2 Modulates the Functions of Murine
Macrophages In Vitro and Provides Immunity Against Acute
Toxoplasmosis In Vivo. Vaccines (Basel) (2021) 9(4):357–78. doi: 10.3390/
vaccines9040357

21. Hajissa K, Zakaria R, Suppian R, Mohamed Z. Epitope-Based Vaccine as a
Universal Vaccination Strategy Against Toxoplasma Gondii Infection: A
Mini-Review. J Adv Vet Anim Res (2019) 6(2):174–82. doi: 10.5455/
javar.2019.f329

22. Wang JL, Zhang NZ, Li TT, He JJ, Elsheikha HM, Zhu XQ. Advances in the
Development of Anti-Toxoplasma Gondii Vaccines: Challenges,
Opportunities, and Perspectives. Trends Parasitol (2019) 35(3):239–53.
doi: 10.1016/j.pt.2019.01.005

23. Liu Q, Singla LD, Zhou H. Vaccines Against Toxoplasma Gondii: Status,
Challenges and Future Directions. Hum Vaccin Immunother (2012) 8
(9):1305–8. doi: 10.4161/hv.21006

24. Zheng B, Ding J, Lou D, Tong Q, Zhuo X, Ding H, et al. The Virulence-
Related MYR1 Protein of Toxoplasma Gondii as a Novel DNA Vaccine
Against Toxoplasmosis in Mice. Front Microbiol (2019) 10:734. doi: 10.3389/
fmicb.2019.00734

25. Zheng B, Lou D, Ding J, Zhuo X, Ding H, Kong Q, et al. GRA24-Based DNA
Vaccine Prolongs Survival in Mice Challenged With a Virulent Toxoplasma
Gondii Strain. Front Immunol (2019) 10:418. doi : 10.3389/
fimmu.2019.00418

26. FDA/CBER. Guidance for Industry: Considerations for Plasmid DNA
Vaccines for Infectious Disease Indications. Biotechnol Law Rep (2007) 26
(6):641–8. doi: 10.1089/blr.2007.9905

27. Cheraghipour K, Masoori L, Ezzatkhah F, Salimikia I, Amiri S, Makenali AS,
et al. Effect of Chitosan on Toxoplasma Gondii Infection: A Systematic
Review. Parasite Epidemiol Control (2020) 11:e00189–193. doi: 10.1016/
j.parepi.2020.e00189

28. Lim M, Badruddoza AZM, Firdous J, Azad M, Mannan A, Al-Hilal TA, et al.
Engineered Nanodelivery Systems to Improve DNA Vaccine Technologies.
Pharmaceutics (2020) 12(1):30–58. doi: 10.3390/pharmaceutics12010030

29. Gentile P, Chiono V, Carmagnola I, Hatton PV. An Overview of Poly(Lactic-
Co-Glycolic) Acid (PLGA)-Based Biomaterials for Bone Tissue Engineering.
Int J Mol Sci (2014) 15(3):3640–59. doi: 10.3390/ijms15033640

30. Allahyari M, Mohit E. Peptide/protein Vaccine Delivery System Based on
PLGA Particles. Hum Vaccin Immunother (2016) 12(3):806–28.
doi: 10.1080/21645515.2015.1102804

31. Chereddy KK, Vandermeulen G, Preat V. PLGA Based Drug Delivery
Systems: Promising Carriers for Wound Healing Activity. Wound Repair
Regener (2016) 24(2):223–36. doi: 10.1111/wrr.12404

32. El Temsahy MM, El Kerdany ED, Eissa MM, Shalaby TI, Talaat IM,
Mogahed NM. The Effect of Chitosan Nanospheres on the
Immunogenicity of Toxoplasma Lysate Vaccine in Mice. J Parasit Dis
(2016) 40(3):611–26. doi: 10.1007/s12639-014-0546-z

33. Li X, Min M, Du N, Gu Y, Hode T, Naylor M, et al. Chitin, Chitosan, and
Glycated Chitosan Regulate Immune Responses: The Novel Adjuvants for
Cancer Vaccine. Clin Dev Immunol (2013) 2013:387023. doi: 10.1155/2013/
387023

34. Wedmore I, McManus JG, Pusateri AE, Holcomb JB. A Special Report on
the Chitosan-Based Hemostatic Dressing: Experience in Current Combat
Ope ra t i ons . J T rauma ( 2006) 60 (3 ) : 655–8 . do i : 10 .1097 /
01.ta.0000199392.91772.44

35. de Farias BS, Sant'Anna Cadaval Junior TR, de Almeida Pinto LA. Chitosan-
Functionalized Nanofibers: A Comprehensive Review on Challenges and
Prospects for Food Applications. Int J Biol Macromol (2019) 123:210–20.
doi: 10.1016/j.ijbiomac.2018.11.042

36. Silva AL, Soema PC, Slutter B, Ossendorp F, Jiskoot W. PLGA Particulate
Delivery Systems for Subunit Vaccines: Linking Particle Properties to
Frontiers in Immunology | www.frontiersin.org 16
Immunogenicity. Hum Vaccin Immunother (2016) 12(4):1056–69.
doi: 10.1080/21645515.2015.1117714

37. Wang S, Zhao G, Wang W, Xie Q, Zhang M, Yuan C, et al. Pathogenicity of
Two Toxoplasma Gondii Strains in Chickens of Different Ages Infected via
Intraperitoneal Injection. Avian Pathol (2014) 43(1):91–5. doi: 10.1080/
03079457.2013.874007

38. Wang S, Fang Z, Huang X, Luo X, Fang Z, Gong N, et al. The Soluble
Tachyzoite Antigen of Toxoplasma Gondii has a Protective Effect on Mouse
Allografts. Transplant Proc (2013) 45(2):677–83. doi: 10.1016/
j.transproceed.2012.02.036

39. De Rosa G, Salzano G. PLGA Microspheres Encapsulating siRNA. Methods
Mol Biol (2015) 1218:43–51. doi: 10.1007/978-1-4939-1538-5_4

40. Salari F, Varasteh AR, Vahedi F, Hashemi M, Sankian M. Down-Regulation
of Th2 Immune Responses by Sublingual Administration of Poly (Lactic-Co-
Glycolic) Acid (PLGA)-Encapsulated Allergen in BALB/c Mice. Int
Immunopharmacol (2015) 29(2):672–8. doi: 10.1016/j.intimp.2015.09.011

41. Fan W, Yan W, Xu Z, Ni H. Formation Mechanism of Monodisperse, Low
Molecular Weight Chitosan Nanoparticles by Ionic Gelation Technique.
Col loids Surf B Biointerfaces (2012) 90:21–7. doi : 10.1016/
j.colsurfb.2011.09.042

42. Skop NB, Calderon F, Levison SW, Gandhi CD, Cho CH. Heparin
Crosslinked Chitosan Microspheres for the Delivery of Neural Stem Cells
and Growth Factors for Central Nervous System Repair. Acta Biomater
(2013) 9(6):6834–43. doi: 10.1016/j.actbio.2013.02.043

43. Wang JL, Elsheikha HM, Zhu WN, Chen K, Li TT, Yue DM, et al.
Immunization With Toxoplasma Gondii GRA17 Deletion Mutant Induces
Partial Protection and Survival in Challenged Mice. Front Immunol (2017)
8:730. doi: 10.3389/fimmu.2017.00730

44. Tang X, Yin G, Qin M, Tao G, Suo J, Liu X, et al. Transgenic Eimeria Tenella
as a Vaccine Vehicle: Expressing TgSAG1 Elicits Protective Immunity
Against Toxoplasma Gondii Infections in Chickens and Mice. Sci Rep
(2016) 6:29379. doi: 10.1038/srep29379

45. Edvinsson B, Lappalainen M, Evengård B. Real-Time PCR Targeting a 529-
Bp Repeat Element for Diagnosis of Toxoplasmosis. Clin Microbiol Infect
(2006) 12(2):131–6. doi: 10.1111/j.1469-0691.2005.01332.x

46. Mishra P, Choudhary S, Hosur RV. Ribosomal Protein P2 From
Apicomplexan Parasite Toxoplasma Gondii is Intrinsically a Molten
Globule. Biophys Chem (2015) 200-201:27–33. doi : 10.1016/
j.bpc.2015.03.008

47. O'Hagan DT, Singh M, Ulmer JB. Microparticle-Based Technologies for
Vaccines. Methods (2006) 40(1):10–9. doi: 10.1016/j.ymeth.2006.05.017

48. Zhang NZ, Wang M, Xu Y, Petersen E, Zhu XQ. Recent Advances in
Developing Vaccines Against Toxoplasma Gondii: An Update. Expert Rev
Vaccines (2015) 14(12):1609–21. doi: 10.1586/14760584.2015.1098539

49. Jongert E, Roberts CW, Gargano N, Forster-Waldl E, Petersen E. Vaccines
Against Toxoplasma Gondii: Challenges and Opportunities. Mem Inst
Oswa ldo Cruz (2009) 104(2 ) : 252–66 . do i : 10 .1590/ s0074-
02762009000200019

50. Newman KD, Elamanchili P, Kwon GS, Samuel J. Uptake of Poly(D,L-
Lactic-Co-Glycolic Acid) Microspheres by Antigen-Presenting Cells In Vivo.
J BioMed Mater Res (2002) 60(3):480–6. doi: 10.1002/jbm.10019

51. Panyam J, Zhou WZ, Prabha S, Sahoo SK, Labhasetwar V. Rapid Endo-
Lysosomal Escape of Poly(DL-Lactide-Co-Glycolide) Nanoparticles:
Implications for Drug and Gene Delivery. FASEB J (2002) 16(10):1217–26.
doi: 10.1096/fj.02-0088com

52. Abd El Hady WE, Mohamed EA, Soliman OAE, El-Sabbagh HM. In Vitro-
In Vivo Evaluation of Chitosan-PLGA Nanoparticles for Potentiated Gastric
Retention and Anti-Ulcer Activity of Diosmin. Int J Nanomed (2019)
14:7191–213. doi: 10.2147/IJN.S213836

53. Verlee A, Mincke S, Stevens CV. Recent Developments in Antibacterial and
Antifungal Chitosan and its Derivatives. Carbohydr Polym (2017) 164:268–
83. doi: 10.1016/j.carbpol.2017.02.001

54. Abd El-Hack ME, El-Saadony MT, Shafi ME, Zabermawi NM, Arif M,
Batiha GE, et al. Antimicrobial and Antioxidant Properties of Chitosan and
its Derivatives and Their Applications: A Review. Int J Biol Macromol (2020)
164:2726–44. doi: 10.1016/j.ijbiomac.2020.08.153

55. Carroll EC, Jin L, Mori A, Munoz-Wolf N, Oleszycka E, Moran HBT, et al.
The Vaccine Adjuvant Chitosan Promotes Cellular Immunity via DNA
February 2022 | Volume 13 | Article 839489

https://doi.org/10.1016/j.parint.2014.08.006
https://doi.org/10.1155/2019/9264217
https://doi.org/10.3390/vaccines9040357
https://doi.org/10.3390/vaccines9040357
https://doi.org/10.5455/javar.2019.f329
https://doi.org/10.5455/javar.2019.f329
https://doi.org/10.1016/j.pt.2019.01.005
https://doi.org/10.4161/hv.21006
https://doi.org/10.3389/fmicb.2019.00734
https://doi.org/10.3389/fmicb.2019.00734
https://doi.org/10.3389/fimmu.2019.00418
https://doi.org/10.3389/fimmu.2019.00418
https://doi.org/10.1089/blr.2007.9905
https://doi.org/10.1016/j.parepi.2020.e00189
https://doi.org/10.1016/j.parepi.2020.e00189
https://doi.org/10.3390/pharmaceutics12010030
https://doi.org/10.3390/ijms15033640
https://doi.org/10.1080/21645515.2015.1102804
https://doi.org/10.1111/wrr.12404
https://doi.org/10.1007/s12639-014-0546-z
https://doi.org/10.1155/2013/387023
https://doi.org/10.1155/2013/387023
https://doi.org/10.1097/01.ta.0000199392.91772.44
https://doi.org/10.1097/01.ta.0000199392.91772.44
https://doi.org/10.1016/j.ijbiomac.2018.11.042
https://doi.org/10.1080/21645515.2015.1117714
https://doi.org/10.1080/03079457.2013.874007
https://doi.org/10.1080/03079457.2013.874007
https://doi.org/10.1016/j.transproceed.2012.02.036
https://doi.org/10.1016/j.transproceed.2012.02.036
https://doi.org/10.1007/978-1-4939-1538-5_4
https://doi.org/10.1016/j.intimp.2015.09.011
https://doi.org/10.1016/j.colsurfb.2011.09.042
https://doi.org/10.1016/j.colsurfb.2011.09.042
https://doi.org/10.1016/j.actbio.2013.02.043
https://doi.org/10.3389/fimmu.2017.00730
https://doi.org/10.1038/srep29379
https://doi.org/10.1111/j.1469-0691.2005.01332.x
https://doi.org/10.1016/j.bpc.2015.03.008
https://doi.org/10.1016/j.bpc.2015.03.008
https://doi.org/10.1016/j.ymeth.2006.05.017
https://doi.org/10.1586/14760584.2015.1098539
https://doi.org/10.1590/s0074-02762009000200019
https://doi.org/10.1590/s0074-02762009000200019
https://doi.org/10.1002/jbm.10019
https://doi.org/10.1096/fj.02-0088com
https://doi.org/10.2147/IJN.S213836
https://doi.org/10.1016/j.carbpol.2017.02.001
https://doi.org/10.1016/j.ijbiomac.2020.08.153
https://www.frontiersin.org/journals/immunology
http://www.frontiersin.org/
https://www.frontiersin.org/journals/immunology#articles


Yu et al. Nano Vaccines for T. gondii
Sensor cGAS-STING-Dependent Induction of Type I Interferons. Immunity
(2016) 44(3):597–608. doi: 10.1016/j.immuni.2016.02.004

56. Huang G, Liu Y, Chen L. Chitosan and its Derivatives as Vehicles for Drug
Delivery. Drug Delivery (2017) 24(sup1):108–13. doi: 10.1080/
10717544.2017.1399305

57. Peek LJ, Middaugh CR, Berkland C. Nanotechnology in Vaccine Delivery.
Adv Drug Delivery Rev (2008) 60(8):915–28. doi: 10.1016/j.addr.2007.05.017

58. Calderon-Nieva D, Goonewardene KB, Gomis S, Foldvari M. Veterinary
Vaccine Nanotechnology: Pulmonary and Nasal Delivery in Livestock
Animals. Drug Delivery Transl Res (2017) 7(4):558–70. doi: 10.1007/
s13346-017-0400-9

59. Kou SG, Peters LM, Mucalo MR. Chitosan: A Review of Sources and
Preparation Methods. Int J Biol Macromol (2021) 169:85–94. doi: 10.1016/
j.ijbiomac.2020.12.005

60. Gratton SE, Ropp PA, Pohlhaus PD, Luft JC, Madden VJ, Napier ME, et al.
The Effect of Particle Design on Cellular Internalization Pathways. Proc Natl
Acad Sci U.S.A. (2008) 105(33):11613–8. doi: 10.1073/pnas.0801763105

61. Xiang SD, Wilson K, Day S, Fuchsberger M, Plebanski M. Methods of
Effective Conjugation of Antigens to Nanoparticles as non-Inflammatory
Vaccine Carriers. Methods (2013) 60(3):232–41. doi: 10.1016/j.ymeth.
2013.03.036

62. Leya T, Ahmad I, Sharma R, Tripathi G, Kurcheti PP, Rajendran KV, et al.
Bicistronic DNA Vaccine Macromolecule Complexed With Poly Lactic-Co-
Glycolic Acid-Chitosan Nanoparticles Enhanced the Mucosal Immunity of
Labeo Rohita Against Edwardsiella Tarda Infection. Int J Biol Macromol
(2020) 156:928–37. doi: 10.1016/j.ijbiomac.2020.04.048

63. Zheng F, Liu H, Sun X, Zhang Y, Zhang B, Teng Z, et al. Development of
Oral DNA Vaccine Based on Chitosan Nanoparticles for the Immunization
Against Reddish Body Iridovirus in Turbots (Scophthalmus Maximus).
Aquaculture (2016) 452:263–71. doi: 10.1016/j.aquaculture.2015.11.013

64. Yoo J, Won YY. Phenomenology of the Initial Burst Release of Drugs From
PLGA Microparticles. ACS Biomater Sci Eng (2020) 6(11):6053–62.
doi: 10.1021/acsbiomaterials.0c01228

65. Koppolu BP, Smith SG, Ravindranathan S, Jayanthi S, Suresh Kumar TK,
Zaharoff DA. Controlling Chitosan-Based Encapsulation for Protein and
Vaccine Delivery. Biomaterials (2014) 35(14):4382–9. doi: 10.1016/
j.biomaterials.2014.01.078

66. Wei Z, Wang C, Liu H, Zou S, Tong Z. Facile Fabrication of Biocompatible
PLGA Drug-Carrying Microspheres by O/W Pickering Emulsions. Colloids
Surf B Biointerfaces (2012) 91:97–105. doi: 10.1016/j.colsurfb.2011.10.044

67. Schlosser PM, Bale AS, Gibbons CF, Wilkins A, Cooper GS. Human Health
Effects of Dichloromethane: Key Findings and Scientific Issues. Environ
Health Perspect (2015) 123(2):114–9. doi: 10.1289/ehp.1308030

68. Pifer R, Yarovinsky F. Innate Responses to Toxoplasma Gondii in Mice and
Humans. Trends Parasitol (2011) 27(9):388–93. doi: 10.1016/j.pt.2011.03.009

69. Germann T, Bongartz M, Dlugonska H, Hess H, Schmitt E, Kolbe L, et al.
Interleukin-12 Profoundly Up-Regulates the Synthesis of Antigen-Specific
Complement-Fixing IgG2a, IgG2b and IgG3 Antibody Subclasses. vivo. Eur J
Immunol (1995) 25(3):823–9. doi: 10.1002/eji.1830250329

70. Zhou J, Wang L. SAG4 DNA and Peptide Vaccination Provides Partial
Protection Against T. Gondii Infection in BALB/c Mice. Front Microbiol
(2017) 8:1733. doi: 10.3389/fmicb.2017.01733

71. Zhang Z, Li Y, Wang M, Xie Q, Li P, Zuo S, et al. Immune Protection of
Rhoptry Protein 21 (ROP21) of Toxoplasma Gondii as a DNA Vaccine
Against Toxoplasmosis. Front Microbiol (2018) 9:909. doi: 10.3389/
fmicb.2018.00909

72. Innes EA, Bartley PM, Buxton D, Katzer F. Ovine Toxoplasmosis.
Parasitology (2009) 136(14):1887–94. doi: 10.1017/s0031182009991636

73. Sonaimuthu P, Ching XT, FongMY, Kalyanasundaram R, Lau YL. Induction
of Protective Immunity Against Toxoplasmosis in BALB/c Mice Vaccinated
With Toxoplasma Gondii Rhoptry-1. Front Microbiol (2016) 7:808.
doi: 10.3389/fmicb.2016.00808

74. Boehm U, Klamp T, Groot M, Howard JC. Cellular Responses to Interferon-
Gamma. Annu Rev Immunol (1997) 15:749–95. doi: 10.1146/
annurev.immunol.15.1.749

75. Wallace GR, Stanford MR. Immunity and Toxoplasma Retinochoroiditis.
Clin Exp Immunol (2008) 153(3):309–15. doi: 10.1111/j.1365-2249.2008.
03692.x
Frontiers in Immunology | www.frontiersin.org 17
76. Saeij JP, Frickel EM. Exposing Toxoplasma Gondii Hiding Inside the
Vacuole: A Role for GBPs, Autophagy and Host Cell Death. Curr Opin
Microbiol (2017) 40:72–80. doi: 10.1016/j.mib.2017.10.021

77. Suzuki Y, Sa Q, Gehman M, Ochiai E. Interferon-Gamma- and Perforin-
Mediated Immune Responses for Resistance Against Toxoplasma Gondii in
the Brain. Expert Rev Mol Med (2011) 13:e31. doi: 10.1017/
S1462399411002018

78. Dupont CD, Christian DA, Hunter CA. Immune Response and
Immunopathology During Toxoplasmosis. Semin Immunopathol (2012)
34(6):793–813. doi: 10.1007/s00281-012-0339-3

79. Guiton R, Vasseur V, Charron S, Arias MT, Van Langendonck N, Buzoni-
Gatel D, et al. Interleukin 17 Receptor Signaling is Deleterious During
Toxoplasma Gondii Infection in Susceptible BL6 Mice. J Infect Dis (2010)
202(3):427–35. doi: 10.1086/653738

80. Song X, Gao H, Qian Y. Th17 Differentiation and Their Pro-Inflammation
Function. Adv Exp Med Biol (2014) 841:99–151. doi: 10.1007/978-94-017-
9487-9_5

81. Kelly MN, Kolls JK, Happel K, Schwartzman JD, Schwarzenberger P, Combe
C, et al. Interleukin-17/Interleukin-17 Receptor-Mediated Signaling is
Important for Generation of an Optimal Polymorphonuclear Response
Against Toxoplasma Gondii Infection. Infect Immun (2005) 73(1):617–21.
doi: 10.1128/iai.73.1.617-621.2005

82. Banchereau J, Briere F, Caux C, Davoust J, Lebecque S, Liu YJ, et al.
Immunobiology of Dendritic Cells. Annu Rev Immunol (2000) 18:767–
811. doi: 10.1146/annurev.immunol.18.1.767

83. Grosche L, Knippertz I, Konig C, Royzman D, Wild AB, Zinser E, et al. The
CD83 Molecule - An Important Immune Checkpoint. Front Immunol
(2020) 11:721. doi: 10.3389/fimmu.2020.00721

84. Aerts-Toegaert C, Heirman C, Tuyaerts S, Corthals J, Aerts JL, Bonehill A,
et al. CD83 Expression on Dendritic Cells and T Cells: Correlation With
Effective Immune Responses. Eur J Immunol (2007) 37(3):686–95.
doi: 10.1002/eji.200636535

85. Pinho MP, Migliori IK, Flatow EA, Barbuto JA. Dendritic Cell Membrane
CD83 Enhances Immune Responses by Boosting Intracellular Calcium
Release in T Lymphocytes. J Leukoc Biol (2014) 95(5):755–62.
doi: 10.1189/jlb.0413239

86. Lenschow DJ, Walunas TL, Bluestone JA. CD28/B7 System of T Cell
Costimulation. Annu Rev Immunol (1996) 14:233–58. doi: 10.1146/
annurev.immunol.14.1.233

87. Greenwald RJ, Freeman GJ, Sharpe AH. The B7 Family Revisited. Annu Rev
Immunol (2005) 23:515–48. doi: 10.1146/annurev.immunol.23.021704.115611

88. Baravalle G, Park H, McSweeney M, Ohmura-Hoshino M, Matsuki Y, Ishido
S, et al. Ubiquitination of CD86 is a Key Mechanism in Regulating Antigen
Presentation by Dendritic Cells. J Immunol (2011) 187(6):2966–73.
doi: 10.4049/jimmunol.1101643

89. Grodeland G, Mjaaland S, Roux KH, Fredriksen AB, Bogen B. DNA Vaccine
That Targets Hemagglutinin to MHC Class II Molecules Rapidly Induces
Antibody-Mediated Protection Against Influenza. J Immunol (2013) 191
(6):3221–31. doi: 10.4049/jimmunol.1300504

90. Fooksman DR. Organizing MHC Class II Presentation. Front Immunol
(2014) 5:158. doi: 10.3389/fimmu.2014.00158

91. Lyons RE, Anthony JP, Ferguson DJ, Byrne N, Alexander J, Roberts F, et al.
Immunological Studies of Chronic Ocular Toxoplasmosis: Up-Regulation of
Major Histocompatibility Complex Class I and Transforming Growth Factor
Beta and a Protective Role for Interleukin-6. Infect Immun (2001) 69
(4):2589–95. doi: 10.1128/IAI.69.4.2589-2595.2001

92. Colbert JD, Cruz FM, Rock KL. Cross-Presentation of Exogenous Antigens
on MHC I Molecules. Curr Opin Immunol (2020) 64:1–8. doi: 10.1016/
j.coi.2019.12.005

93. Zhou F. Molecular Mechanisms of IFN-Gamma to Up-Regulate MHC Class
I Antigen Processing and Presentation. Int Rev Immunol (2009) 28(3-
4):239–60. doi: 10.1080/08830180902978120

94. Gaud G, Lesourne R, Love PE. Regulatory Mechanisms in T Cell Receptor
Signalling. Nat Rev Immunol (2018) 18(8):485–97. doi: 10.1038/s41577-018-
0020-8

95. Bretscher PA. The History of the Two-Signal Model of Lymphocyte
Activation: A Personal Perspective. Scand J Immunol (2019) 89(6):
e12762–74. doi: 10.1111/sji.12762
February 2022 | Volume 13 | Article 839489

https://doi.org/10.1016/j.immuni.2016.02.004
https://doi.org/10.1080/10717544.2017.1399305
https://doi.org/10.1080/10717544.2017.1399305
https://doi.org/10.1016/j.addr.2007.05.017
https://doi.org/10.1007/s13346-017-0400-9
https://doi.org/10.1007/s13346-017-0400-9
https://doi.org/10.1016/j.ijbiomac.2020.12.005
https://doi.org/10.1016/j.ijbiomac.2020.12.005
https://doi.org/10.1073/pnas.0801763105
https://doi.org/10.1016/j.ymeth.2013.03.036
https://doi.org/10.1016/j.ymeth.2013.03.036
https://doi.org/10.1016/j.ijbiomac.2020.04.048
https://doi.org/10.1016/j.aquaculture.2015.11.013
https://doi.org/10.1021/acsbiomaterials.0c01228
https://doi.org/10.1016/j.biomaterials.2014.01.078
https://doi.org/10.1016/j.biomaterials.2014.01.078
https://doi.org/10.1016/j.colsurfb.2011.10.044
https://doi.org/10.1289/ehp.1308030
https://doi.org/10.1016/j.pt.2011.03.009
https://doi.org/10.1002/eji.1830250329
https://doi.org/10.3389/fmicb.2017.01733
https://doi.org/10.3389/fmicb.2018.00909
https://doi.org/10.3389/fmicb.2018.00909
https://doi.org/10.1017/s0031182009991636
https://doi.org/10.3389/fmicb.2016.00808
https://doi.org/10.1146/annurev.immunol.15.1.749
https://doi.org/10.1146/annurev.immunol.15.1.749
https://doi.org/10.1111/j.1365-2249.2008.03692.x
https://doi.org/10.1111/j.1365-2249.2008.03692.x
https://doi.org/10.1016/j.mib.2017.10.021
https://doi.org/10.1017/S1462399411002018
https://doi.org/10.1017/S1462399411002018
https://doi.org/10.1007/s00281-012-0339-3
https://doi.org/10.1086/653738
https://doi.org/10.1007/978-94-017-9487-9_5
https://doi.org/10.1007/978-94-017-9487-9_5
https://doi.org/10.1128/iai.73.1.617-621.2005
https://doi.org/10.1146/annurev.immunol.18.1.767
https://doi.org/10.3389/fimmu.2020.00721
https://doi.org/10.1002/eji.200636535
https://doi.org/10.1189/jlb.0413239
https://doi.org/10.1146/annurev.immunol.14.1.233
https://doi.org/10.1146/annurev.immunol.14.1.233
https://doi.org/10.1146/annurev.immunol.23.021704.115611
https://doi.org/10.4049/jimmunol.1101643
https://doi.org/10.4049/jimmunol.1300504
https://doi.org/10.3389/fimmu.2014.00158
https://doi.org/10.1128/IAI.69.4.2589-2595.2001
https://doi.org/10.1016/j.coi.2019.12.005
https://doi.org/10.1016/j.coi.2019.12.005
https://doi.org/10.1080/08830180902978120
https://doi.org/10.1038/s41577-018-0020-8
https://doi.org/10.1038/s41577-018-0020-8
https://doi.org/10.1111/sji.12762
https://www.frontiersin.org/journals/immunology
http://www.frontiersin.org/
https://www.frontiersin.org/journals/immunology#articles


Yu et al. Nano Vaccines for T. gondii
96. Mittrücker HW, Visekruna A, Huber M. Heterogeneity in the
Differentiation and Function of CD8⁺ T Cells. Arch Immunol Ther Exp
(Warsz) (2014) 62(6):449–58. doi: 10.1007/s00005-014-0293-y

97. Verdon DJ, Mulazzani M, Jenkins MR. Cellular and Molecular Mechanisms
of CD8(+) T Cell Differentiation, Dysfunction and Exhaustion. Int J Mol Sci
(2020) 21(19):7357–84. doi: 10.3390/ijms21197357

98. Dimeloe S, Burgener AV, Grahlert J, Hess C. T-Cell Metabolism Governing
Activation, Proliferation and Differentiation; a Modular View. Immunology
(2017) 150(1):35–44. doi: 10.1111/imm.12655

99. Luo L, Qin T, Huang Y, Zheng S, Bo R, Liu Z, et al. Exploring the
Immunopotentiation of Chinese Yam Polysaccharide Poly(Lactic-Co-Glycolic
Acid) Nanoparticles in an Ovalbumin Vaccine Formulation In Vivo. Drug
Delivery (2017) 24(1):1099–111. doi: 10.1080/10717544.2017.1359861

100. Zhu J, Yamane H, Paul WE. Differentiation of Effector CD4 T Cell
Populations (*). Annu Rev Immunol (2010) 28:445–89. doi: 10.1146/
annurev-immunol-030409-101212

101. Halle S, Halle O, Förster R. Mechanisms and Dynamics of T Cell-Mediated
Cytotoxicity In Vivo. Trends Immunol (2017) 38(6):432–43. doi: 10.1016/
j.it.2017.04.002
Frontiers in Immunology | www.frontiersin.org 18
102. Tubo NJ, Jenkins MK. CD4+ T Cells: Guardians of the Phagosome. Clin
Microbiol Rev (2014) 27(2):200–13. doi: 10.1128/cmr.00097-13

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

Publisher’s Note: All claims expressed in this article are solely those of the authors
and do not necessarily represent those of their affiliated organizations, or those of
the publisher, the editors and the reviewers. Any product that may be evaluated in
this article, or claim that may be made by its manufacturer, is not guaranteed or
endorsed by the publisher.

Copyright © 2022 Yu, He, Cao, Aleem, Yan, Xu, Song and Li. This is an open-access
article distributed under the terms of the Creative Commons Attribution License
(CC BY). The use, distribution or reproduction in other forums is permitted, provided
the original author(s) and the copyright owner(s) are credited and that the original
publication in this journal is cited, in accordance with accepted academic practice. No
use, distribution or reproduction is permitted which does not comply with these terms.
February 2022 | Volume 13 | Article 839489

https://doi.org/10.1007/s00005-014-0293-y
https://doi.org/10.3390/ijms21197357
https://doi.org/10.1111/imm.12655
https://doi.org/10.1080/10717544.2017.1359861
https://doi.org/10.1146/annurev-immunol-030409-101212
https://doi.org/10.1146/annurev-immunol-030409-101212
https://doi.org/10.1016/j.it.2017.04.002
https://doi.org/10.1016/j.it.2017.04.002
https://doi.org/10.1128/cmr.00097-13
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
https://www.frontiersin.org/journals/immunology
http://www.frontiersin.org/
https://www.frontiersin.org/journals/immunology#articles

	Nano vaccines for T. gondii Ribosomal P2 Protein With Nanomaterials as a Promising DNA Vaccine Against Toxoplasmosis
	Introduction
	Materials and Methods
	Parasites, Cells, and Animals
	Gene Cloning and Plasmid Construction
	Expression Detection of Constructed Plasmids
	Synthesis of Nano DNA Vaccines
	Characterization of Synthesized Nanospheres
	Immunization and Challenging Schedules in Mice
	Antibody and Cytokine Investigation
	Flow Cytometry Analysis
	Lymphocyte Proliferation Investigation
	Parasite Burden in Mice
	Statistical Analysis

	Results
	Plasmid Construction and Expression
	Characterization of Nanospheres
	Antibody and Cytokine Determination
	Flow Cytometry Analysis in Splenic Dendritic Cells
	Proliferation and Flow Cytometry Analysis in Splenic T Lymphocytes
	Toxoplasma gondii Burden in Animals

	Discussion
	Conclusion
	Data Availability Statement
	Ethics Statement
	Author Contributions
	Funding
	Acknowledgments
	References



<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /PageByPage
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Warning
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages false
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJDFFile false
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 1
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness false
  /PreserveHalftoneInfo false
  /PreserveOPIComments true
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages false
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages false
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.40
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages false
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages false
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.40
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages false
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages false
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile ()
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /Description <<
    /ENU (T&F settings for black and white printer PDFs 20081208)
  >>
  /ExportLayers /ExportVisibleLayers
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /BleedOffset [
        0
        0
        0
        0
      ]
      /ConvertColors /NoConversion
      /DestinationProfileName ()
      /DestinationProfileSelector /DocumentCMYK
      /Downsample16BitImages true
      /FlattenerPreset <<
        /ClipComplexRegions true
        /ConvertStrokesToOutlines false
        /ConvertTextToOutlines false
        /GradientResolution 300
        /LineArtTextResolution 1200
        /PresetName ([High Resolution])
        /PresetSelector /HighResolution
        /RasterVectorBalance 1
      >>
      /FormElements false
      /GenerateStructure true
      /IncludeBookmarks true
      /IncludeHyperlinks true
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles false
      /MarksOffset 6
      /MarksWeight 0.250000
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /DocumentCMYK
      /PageMarksFile /RomanDefault
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /UseDocumentProfile
      /UseDocumentBleed false
    >>
    <<
      /AllowImageBreaks true
      /AllowTableBreaks true
      /ExpandPage false
      /HonorBaseURL true
      /HonorRolloverEffect false
      /IgnoreHTMLPageBreaks false
      /IncludeHeaderFooter false
      /MarginOffset [
        0
        0
        0
        0
      ]
      /MetadataAuthor ()
      /MetadataKeywords ()
      /MetadataSubject ()
      /MetadataTitle ()
      /MetricPageSize [
        0
        0
      ]
      /MetricUnit /inch
      /MobileCompatible 0
      /Namespace [
        (Adobe)
        (GoLive)
        (8.0)
      ]
      /OpenZoomToHTMLFontSize false
      /PageOrientation /Portrait
      /RemoveBackground false
      /ShrinkContent true
      /TreatColorsAs /MainMonitorColors
      /UseEmbeddedProfiles false
      /UseHTMLTitleAsMetadata true
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


