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Tc52 Amino-Terminal-Domain DNA Carried by Attenuated
Salmonella enterica Serovar Typhimurium Induces Protection against
a Trypanosoma cruzi Lethal Challenge

Marina N. Matos,®® Silvia I. Cazorla,®P Augusto E. Bivona,®P Celina Morales,® Carlos A. Guzman,® Emilio L. Malchiodi®®

Cétedra de Inmunologia and Instituto de Estudios de la Inmunidad Humoral, UBA-CONICET, Facultad de Farmacia y Bioquimica, Universidad de Buenos Aires, Buenos
Aires, Argentina? Instituto de Microbiologia y Parasitologia Médica, UBA-CONICET, and Departamento de Microbiologia, Parasitologia e Inmunologia, Facultad de
Medicina, Universidad de Buenos Aires, Buenos Aires, Argentina®; Instituto de Fisiopatologfa Cardiovascular, Departamento de Patologfa, Facultad de Medicina,
Universidad de Buenos Aires, Buenos Aires, Argentina; Department of Vaccinology and Applied Microbiology, Helmholtz Centre for Infection Research, Braunschweig,
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In this work we immunized mice with DNA encoding full-length Tc52 or its amino- or carboxy-terminal (N- and C-term, respec-
tively) domain carried by attenuated Salmonella as a DNA delivery system. As expected, Salmonella-mediated DNA delivery re-
sulted in low antibody titers and a predominantly Th1 response, as shown by the ratio of IgG2a/IgG1-specific antibodies. Despite
modest expression of Tc52 in trypomastigotes, the antibodies elicited by vaccination were able to mediate lysis of the trypomas-
tigotes in the presence of complement and inhibit their invasion of mammal cells in vitro. The strongest functional activity was
observed with sera from mice immunized with Salmonella carrying the N-term domain (SN-term), followed by Tc52 (STc52),
and the C-term domain (SC-term). All immunized groups developed strong cellular responses, with predominant activation of
Thl cells. However, mice immunized with SN-term showed higher levels of interleukin-10 (IL-10), counterbalancing the inflam-
matory reaction, and also strong activation of Tc52-specific gamma interferon-positive (IFN-y*) CD8" T cells. In agreement
with this, although all prototypes conferred protection against infection, immunization with SN-term promoted greater protec-
tion than that with SC-term for all parameters tested and slightly better protection than that with STc52, especially in the acute
stage of infection. We conclude that the N-terminal domain of Tc52 is the section of the protein that confers maximal protection

against infection and propose it as a promising candidate for vaccine development.

ypanosoma cruziis an intracellular protozoan parasite and the

etiological agent of Chagas disease. The parasite is transmitted
to humans by infected feces of triatomine insects that feed on
blood. At present, approximately 7 to 10 million people are in-
fected with T. cruzi in areas of endemicity in Latin America, and
there is an incidence of 56,000 new cases per year considering all
forms of transmission; Chagas disease causes 12,000 deaths annu-
ally, and 100 million people are at risk of infection (1). Up to 30%
of chronically infected people develop cardiac alterations, and up
to 10% develop digestive, neurological, or mixed alterations, for
which specific treatment may become necessary (2). The number
of cases of infection in areas where the parasite is not endemic is
increasing because of the migration of people from areas of ende-
micity and the absence of adequate control in blood banks, which
promotes transfusion transmission. Furthermore, in countries
where the parasite is not endemic, the majority of people infected
by the parasite that causes Chagas disease ignore that they are
infected. The CDC estimates that in the United States more than
300,000 people are infected with T. cruzi (3). Although there are
triatomine bugs in the United States, only rare vector-borne cases
of Chagas disease have been documented. The WHO estimates
that the number of infected people in Europe exceeds 80,000, with
more than 3,900 laboratory-confirmed cases during the past 10
years in Belgium, France, Italy, Spain, Switzerland, and the United
Kingdom (4).

The pharmacological treatment with benznidazole or nifurti-
mox is efficient only in the acute phase of the infection and is
highly toxic due to the extension of the treatment, with important
associated side effects. Thus, not only the development of new
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efficient treatments and better vectorial control but also the devel-
opment of efficient prophylactic and therapeutic vaccines is im-
portant. Several attempts have been made to confer protection
against T. cruzi experimental infection using recombinant pro-
teins including cruzipain (Cz), amastigote surface protein 2 (ASP-
2), paraflagellar rod proteins (PFR), Tc24, and trans-sialidase
(TS), among others (reviewed in references 5 to 7). Viruses (8—11)
and bacteria (12) have been used as delivery systems for DNA
vaccines, and new adjuvants have also been tested (13—15).

Tc52 is a T. cruzi protein with glutathione transferase activity
(16) and immunomodulatory properties (17, 18). Tc52 has two
domains: the amino-terminal (N-term) domain of 26 kDa that
carries the enzyme active site and a carboxy-terminal (C-term)
domain of 25 kDa whose function is not understood. By align-
ment of the amino acid sequences, the domains have 27% identity
and an additional 27% homology (18, 19). Tc52 is crucial for the
survival of the parasite as the knockout of both alleles is lethal (20).
Tc52 is also highly conserved, with the presence of single nucleo-
tide polymorphisms (SNPs) between some strains, and its expres-

Received 10 June 2014 Returned for modification 11 July 2014
Accepted 22 July 2014

Published ahead of print 28 July 2014

Editor: J. A. Appleton

Address correspondence to Emilio L. Malchiodi, emalchio@ffyb.uba.ar.
Copyright © 2014, American Society for Microbiology. All Rights Reserved.
doi:10.1128/IA1.02190-14

iai.asm.org 4265

1sanb Aq $T0Z ‘TT Jequaldas uo /Bio wse’rey//:dny wody papeojumoq


http://dx.doi.org/10.1128/IAI.02190-14
http://iai.asm.org
http://iai.asm.org/

Matos et al.

sion was demonstrated in different strains of T. cruzi (21-24). All
of these characteristics make Tc52 a promising vaccine candidate.
Early immunization attempts making use of native Tc52 purified
from the parasite formulated with Bordetella pertussis and alum
hydroxide as an adjuvant resulted in partial protection against
infection (17). It was also shown that therapeutic vaccination us-
ing naked DNA coding for Tc52 and AIPO, as an adjuvant pro-
motes parasite clearance (25). However, the use of an antigen
purified from parasites and the fact that DNA is rapidly degraded
in living organisms represent serious limitations to a vaccine can-
didate.

Attenuated bacteria have been shown to be good delivery sys-
tems for DNA coding for different proteins in the development of
vaccines against different infectious diseases (26—-30; reviewed in
references 31 and 32). We previously studied the protection gen-
erated by the DNA encoding cruzipain, the major cysteine protei-
nase of T. cruzi, carried by attenuated Salmonella enterica against
infection with Trypanosoma cruzi (12). Here, we analyzed the im-
mune response generated by attenuated Salmonella carrying a
plasmid encoding full-length Tc52 or its N-term and C-term do-
mains and the protection elicited by them against T. cruzi infec-
tion.

MATERIALS AND METHODS

Parasite. T. cruzi epimastigotes (RA strain) were grown in LIT medium (5
g/liter liver infusion, 5 g/liter tryptose, 2 g/liter glucose, 68 mM NaCl, 5.4
mM KCl, 22 mM HPO,Na,), with 20 mg/liter hemin and 10% (vol/vol)
fetal calf serum (FCS). The T. cruzi bloodstream trypomastigotes (RA
strain) and the recombinant Tulahuen strain expressing 3-galactosidase
(Tul-B-Gal) (33) were isolated from infected mice.

Tc52 cloning, expression, and purification. Tc52 and its N-term (res-
idues 1 to 223) and C-term (residues 224 to 445) domains were cloned in
pET23a plasmids. For that purpose, genomic DNA was extracted from epi-
mastigotes (RA strain) using a genomic DNA extraction kit (Qiagen, CA,
USA). The sequences coding for Tc52 and its N-term and C-term domains
were amplified by PCR using the following sets of primers: for full-length
Tc52, the forward primer 5'-CGACTGCATATGAAGGCTTTGAAACTTTT
TAAAGA-3' containing an Ndel restriction site (underlined) and the reverse
primer 5'-ACTAGCAAGCTTAGACGATGGACGCAAAAACG-3" with an
HindIII restriction site; for the N-term domain, the forward primer of Tc52
and the reverse primer 5'-ACTAGCAAGCTTTCAGTGATGGTGATGGTG
ATGCAATGACCATGTGACGTGC-3’ with an HindIII site and a sequence
encoding a His, tag (both underlined); and for the C-term domain, the for-
ward primer 5'-CGACTGCATATGGCTCCTGGCTATGTACTTTTTGT
T-3' (Ndel restriction site) and the reverse primer 5'-ACTAGCAAGCTTTC
AGTGATGGTGATGGTGATGAGACGATGGACGCAAAAACG-3"  with
an HindIII restriction site and a His, tag. The PCR products of 1,377,717, and
708 bp, respectively, were digested with Ndel and HindIII and cloned in the
prokaryotic expression vector pET23a. The three constructions were se-
quenced and showed more than 99% identity with the Y strain (AAG08957.1)
and identity of 100% for each domain with the full-length sequence, indicat-
ing that no mutations were generated during the PCR amplification.

Escherichia coli BL21(DE3) cells were chemically transformed with the
constructions and cultured to an optical density (OD) of 0.7, and expres-
sion was induced for 4.5 h with 1 mM isopropyl-B-p-thiogalactopyrano-
side. Full-length Tc52 and its N-term and C-term domains were expressed
as inclusion bodies (IBs). After induction, the cells were lysed with 2.5%
Triton X-100 in phosphate-buffered saline (PBS) and subjected to soni-
cation. The IBs were washed twice with 1% Triton X-100 in PBS and once
with PBS. Then, the IBs were solubilized in denaturation buffer (100 mM
NaH,PO,, 10 mM Tris-HCI, 8 M urea), pH 8, sampled in a Ni-nitrilotri-
acetic acid (NTA) column, and purified under denaturing conditions by
pH gradient. The proteins were then dialyzed against PBS with decreasing
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concentrations of urea. Endotoxin in the recombinant proteins was mea-
sured by the Limulus amebocyte lysate (LAL) assay; the levels were <10
endotoxin units (EU)/mg protein.

Purified proteins were analyzed by SDS-PAGE and immunoblotting
to verify purity. Briefly, 10 pg of each purified protein and 100 pg of F105
(soluble fraction of epimastigote lysate) were separated by 12.5% SDS-
PAGE and transferred to a polyvinylidene difluoride (PVDF) membrane.
As primary antibodies, sera from mice immunized with the recombinant
protein Tc52, the N-term domain, or the C-term domain or sera from
chronically infected mice were used. As secondary antibody, rabbit anti-
mouse Fc conjugated with peroxidase was used; the reaction was reveled
using 4-chloro-1-naftol and H,O,.

Cloning and expression of Tc52 and the N-term and C-term do-
mains in a eukaryotic expression system. The sequences coding for Tc52
and the N-term and C-term domains were amplified by PCR using the fol-
lowing sets of primers: for full-length Tc52, the forward primer 5'-CGACTG
AAGCTTGCGATGAAGGCTTTGAAACTTTTTAAAGA-3" (HindIII and
Kozak sequence underlined), and the reverse primer 5'-ACTAGCGAATTC
TCAAGACGATGGACGCAAAAA-3" (EcoRI); for Tc52 N-term domain,
the forward primer used for Tc52 and the reverse primer 5'-ACTAGCGAAT
TCTCACAATGACCATGTGACGTGC-3’ (EcoRI); for the Tc52 C-term do-
main, forward primer 5'-CGACTGAAGCTTGCGATGGCTCCTGGCTAT
GTACTTTTTGTT-3' (HindIII and Kozak sequence) and the reverse primer
used for Tc52. The PCR products of 1,365, 702, and 696 bp, respectively, were
digested with EcoRI and HindIIT and cloned in the pcDNA3.1(+) eukaryotic
expression vector, thereby generating pcDNA-Tc52, pcDNA-N-term, and
pcDNA-C-term, respectively. The three constructions were sequenced and
showed more than 99% identity to the Y strain, and identity of 100% for each
domain compared with the full-length sequence, indicating that no muta-
tions were generated during the PCR amplification.

COS-7 cells in 90% confluence were transfected in the presence of
Lipofectamine (Invitrogen, CA, USA) with the constructions pcDNA-
Tc52, pcDNA-N-term, pcDNA-C-term, and pcDNA3.1 without the in-
sert as a control and incubated for 48 h at 37°C with 5% CO,. Expression
was detected by immunofluorescence assay using specific serum from
BALB/c mice immunized with the purified proteins and Freund’s adju-
vant against the three proteins.

Attenuated Salmonella enterica serovar Typhimurium aroA SL7207
bacteria were transformed by electroporation (34) with the pcDNA-T¢52,
pcDNA-N-term, or pcDNA-C-term construction or with the pcDNA3.
1(+)vector without insert.

Immunizations and challenge. Four groups (10 animals/group) of
inbred female 6- to 8-week-old C3H/HeN (H-2K haplotype) mice were
immunized four times every 10 days with 10° CFU of Salmonella SL7207
carrying the following: group I (GI), the pcDNA3.1 vector (S-empty); GII,
the construct pcDNA3.1-Tc52 (STc52); GIII, the construct pcDNA3.1-N-
term domain (SN-term); and GIV, the construct pcDNA3.1-C-term do-
main (SC-term). The oral immunization was carried out by feeding each
mouse 20 wl of PBS carrying 10° CFU of the corresponding Salmonella
construct. One half of the animals of each group were selected randomly
and used to study the immune response, and the other half were infected
15 days after the last immunization with 10° T. cruzi bloodstream trypo-
mastigotes of the highly virulent RA strain. Another set of mice was used
for chronic infection experiments, receiving 200 RA strain trypomastig-
otes. Experiments that used animals were approved by the Review Board
of Ethics of the IDEHU and conducted in accordance with the guidelines
established by the National Research Council (CONICET).

Antibody determination. Serum samples and intestinal lavage sam-
ples were collected 15 days after the last immunization for the measure-
ment of antigen-specific IgG, IgG1, IgG2a, and IgA. Polyvinylchloride
96-well plates (Nunc/Thermo Scientific) were coated with recombinant
Tc52 ata concentration of 2 pg/mlin PBS and incubated overnight at 4°C.
The plates were then blocked with 3% bovine serum albumin (BSA) in
PBS, washed, and incubated with the following antibodies: anti-IgG-bio-
tin (B6398; Sigma), anti-IgGl-biotin (02232D; Pharmingen, Becton
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Dickinson), anti-IgG2a-biotin (Pharmingen, Becton Dickinson), and
anti-IgA-horseradish peroxidase (HRP; Sigma). For the IgG, IgGl1, and
IgG2a measurements, after several washes the plates were incubated for 30
min at 37°C with streptavidin-HRP (BD Biosciences). The reaction was
developed by the addition of o-phenylenediamine dihydrochloride (OPD;
1 mg/ml) (ICN Biomedicals, Inc.) and 0.045% H,O, in citrate buffer (0.1
M citric acid, 0.1 M PO,HNa,, pH 5.0). The absorbance was measured
at 492 nm in an enzyme-linked immunosorbent assay (ELISA) reader
(Labsystems Multiscan EX). Endpoint titers were defined as the dilution
that resulted in an OD value greater than a cutoff, which was calculated as
the median plus 2 standard deviations (SD) of negative-control serum
samples.

Total IgA in intestinal lavage samples was measured by ELISA in plates
coated with anti-IgA polyclonal antibody (M8769; Sigma) at a concentra-
tion of 2 pg/ml in PBS and incubated with the samples in different dilu-
tions or with an IgA standard (M1421; Sigma). Plates were washed and
then incubated with anti-IgA-peroxidase (A4789; Sigma). The reaction
was developed with OPD and H,O,. Anti-Tc52 IgA titers were normalized
to the amount of total IgA in each sample.

Trypomastigote lysis assay. Bloodstream trypomastigotes (RA strain)
were purified from the blood of infected mice. A total of 500,000 parasites
were coincubated (30 min, 37°C) with the serum at a final 1/50 dilution
and fresh serum as a source of complement in Mayer buffer (142 mM
NaCl, 5 mM sodium veronal, 0.5 mM MgCl,, 0.15 mM CaCl,, pH 7.5).
Then, live parasites were counted using a Neubauer chamber. The num-
ber of parasites from serum samples of normal nonimmunized mice was
used as 0% lysis. A control without fresh serum was also included.

Cell invasion assay. Purified T. cruzi bloodstream trypomastigotes
expressing (B-galactosidase (Tul-B-Gal) were pretreated for 30 min at
37°C with the serum (in a 1/10 dilution) and then coincubated (37°C, 5%
CO,, 18 h) with Vero cells at a ratio of 10:1 in RPMI medium-5% fetal
bovine serum in 96-well plates. Then, cells were washed with PBS to re-
move extracellular trypomastigotes and incubated for 5 days with RPMI
medium without phenol red and 5% FBS. Nonidet P-40 and chlorophe-
nol red-B-p-galactopyranoside (CPRG) were added to final concentra-
tions of 1% (vol/vol) and 0.1 mM, respectively, and incubated for 4 h.
Absorbance was measured at 595 nm. Uninfected cells were used as
blanks, and cells coincubated with parasites in the absence of mouse se-
rum were used as 100% invasion. Cells infected with parasites pretreated
with normal nonimmunized mouse serum (in a 1/10 dilution) were used
as controls.

DTH reaction. A delayed-type hypersensitivity (DTH) assay was per-
formed 15 days after the last immunization by intradermal challenge with
5 g of each recombinant protein (full-length Tc52 and its N-term or
C-term domain) in the footpads of the animals. The thickness of the
footpads was measured before and 48 h after the antigen inoculation.

Proliferation assays. Mice were sacrificed 17 days after the last immu-
nization, the spleens were taken aseptically, and cell suspensions were
prepared. A total of 200,000 spleen cells were cultured in the presence or
absence of 10 pg/ml of recombinant Tc52 in RPMI medium in 96-well
plates. The cells were pulsed 3 days later with [*H]thymidine (0.5 wCi/
well). After 18 h the cells were harvested, and the incorporated radioac-
tivity was measured in a liquid scintillation counter (35). The results were
expressed as proliferation index (PI), defined as the cpm (counts per min-
ute) in the presence of the antigen/cpm in the absence of the antigen.

Cytokine quantification. Four million spleen cells of each mouse were
cultured in 24-well plates in the presence or absence of 10 pg/ml of re-
combinant Tc52. After 48 h of culture, the supernatant was taken. The
concentrations of interleukin-2 (IL-2), gamma interferon (IFN-y), and
IL-10 were measured by capture ELISA (R&D System, Minneapolis, MN).

Flow cytometric analysis of CD8* IFN-y™ cells. For the determina-
tion of CD8™ T cells activated in the presence of Tc52, 4 X 10° spleen cells
of each group were incubated in 24-well plates for 24 h in the presence or
absence of 10 wg/ml of Tc52. Brefeldin A in a final concentration of 5 nM
was added to the cultures in the last 5 h. Cells were stained with fluorescein
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isothiocyanate (FITC)-conjugated rat anti-mouse CD4 (553729; BD
Pharmingen) and Alexa Fluor 647-conjugated anti-mouse CD8a (557682;
BD Pharmingen), fixed, and permeabilized, and then intracellular stain-
ing was done with phycoerythrin (PE)-conjugated rat anti-mouse IFN-y
(554412; BD Pharmingen). Stained cells were analyzed by flow cytometry
in a PAS-III flow cytometer (Partec, Gorlitz, Germany).

Peptide-specific CD8™ T cell cytotoxicity assay. Based on the Tc52
sequence, we designed and synthetized peptides that would be presented
in the context of major histocompatibility complex (MHC) class I H2-K.
For that purpose, we analyzed the sequence of the whole protein with four
databases, SYFPEITHI (http://www.syfpeithi.de/), Rankpep (http://bio
.dfci.harvard.edu/RANKPEP/), BIMAS (http://www-bimas.cit.nih.gov
/molbio/hla_bind/), and MAPPP (http://www.mpiib-berlin.mpg.de
/MAPPP/binding.html), and selected those that showed high scores at
least in two databases: peptide 1 (pep1), RETVPTLQV (residues 50 to 58);
pep2, HKTAYIEGI (127 to 135); pep3, AEVMVVPFL (154 to 161); pep4,
EEYIIGFK (205 to 212); pep5, KDADGLYHV (310 to 318); and pep6,
SEAGKKVF (420 to 427). The ranking of the peptides chosen, from higher
to lower score, is pep4, pep6, pepl, pep3, pep2, and pep5. An unrelated
peptide (AEEAFRLSV) was used as a control.

Spleen cells from immunized mice were incubated with 10 pg/ml of
recombinant Tc52 for 5 days at 37°C with 5% CO,. The CD4 ™ cells were
lysed by incubation with GK1.5 hybridoma in the presence of fresh serum
for 30 min at 4°C, washed twice with RPMI medium, and used as effector
cells. Peritoneal cells (target) taken from C3H/HeN (H-2K haplotype)
mice were incubated (1 h at 4°C) with 1 uM each peptide, washed with
PBS, and stained for 30 min at 4°C with 1 uM carboxyfluorescein succin-
imidyl ester (CFSE). The stain was stopped by the addition of fetal bovine
serum (FBS) to a final concentration of 15%. Effector cells were coincu-
bated with target cells at a ratio of 20:1 for 4 h at 37°C in 5% CO,. Pro-
pidium iodide (PI) was added, and immediately afterwards stained cells
were analyzed by flow cytometry in a PAS-III flow cytometer (Partec,
Gorlitz, Germany). The results were expressed as ratios of the percentages
of CFSE-positive (CFSE™) and Pl-positive (PI") cells as follows: (%
CFSE™ PI™ cells in the presence of peptide/% CFSE™ cells in the presence
of peptide)/(% CFSE™ PI* cells in the absence of peptide/% CFSE™ cells
in the absence of peptide).

Blood parasite levels and weight monitoring. Mice were infected 15
days after the last immunization with 10° T. cruzi bloodstream trypomas-
tigotes of the highly virulent RA strain. Every 2 or 3 days after the chal-
lenge, the weight and parasitemia were measured. Five microliters of
blood was taken from the tail of each mouse; the number of parasites was
determined using a Neubauer chamber. The change in weight was ex-
pressed as a percentage (AW%) and calculated as follows: AW% = (W, —
W,) X 100%/W,, where W, is the weight of each mouse immediately
before infection, and W, is its weight at day i postinfection.

Muscle damage determination. The activity of muscular enzymes was
determined in sera of mice in the chronic stage of the infection as markers
of muscle injury. Creatinine kinase (CK), aspartate transaminase (AST),
and lactate dehydrogenase (LDH) enzymes were measured at 100 days
after the challenge. The enzyme activity was measured in a spectrophoto-
metric assay according to the description of the manufacturer (Wiener
Lab).

Histopathologic analysis. The histological features of heart and skel-
etal (quadriceps) muscles from vaccinated and infected mice at 100 days
postinfection (dpi) were also investigated. The removed organs were
rinsed with PBS, fixed for 24 h in 10% buffered formalin, embedded in
paraffin, sectioned, stained with hematoxylin-eosin, and examined by
light microscopy. A blind histological test was done, analyzing 10 micro-
scopic fields in 10 sections of each organ. Inflammation was evaluated
semiquantitatively according to distribution (focal, confluent, or diffuse)
(36) and extent of inflammatory cells (1+ for a single inflammatory focus;
2+ for multiple, nonconfluent foci of inflammatory infiltrate; 3+ for
confluent inflammation; and 4+ for diffuse inflammation extended
throughout the section) (37, 38).
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FIG 1 Expression of recombinant Tc52 and its N-term and C-term domains. (A) Immunoblotting of the recombinant proteins expressed in E. coli using sera
from T. cruzi chronically infected mice. Lane 1, rTc52; lane 2, N-term domain; lane 3, C-term domain. At left, the molecular size markers (in kDa) are shown. (B)
Immunofluorescence assay of COS-7 cells transfected with pcDNA3.1 (frame I; empty), pcDNA-Tc52 (II), pcDNA-N-term (III), and pcDNA-C-term (IV). The
first antibodies were mouse polyclonal antibodies against the recombinant proteins Tc52 (frames I and II), N-term domain (III), and C-term domain (IV). The

second antibody was FITC-labeled rabbit anti-mouse IgG.

Statistical analysis. Statistical analyses were carried out with Prism,
version 5.0, software (GraphPad, San Diego, CA), using a nonparametric
Kruskal-Wallis test and Dunn’s posttest. The survival curves were ana-
lyzed with a log rank Mantel-Cox test. All the comparisons were in refer-
ence to the control group (immunized with Salmonella carrying the empty
vector; GI), except when indicated. P values of <0.05 were considered
significant.

Nucleotide sequence accession number. The sequence data for Tc52
have been deposited in GenBank under accession no. KM273041.

RESULTS

Expression and characterization of the recombinant proteins.
The DNA coding for full-length Tc52 and its N-term and C-term
domains were amplified from T. cruzi RA strain genomic DNA
and cloned in the prokaryotic expression vector pET23a. Recom-
binant Tc52 (rTc52) and the N-term and C-term domains were
expressed in E. coli BL21(DE3) as inclusion bodies, purified, and
refolded. The proper folding of the proteins was assessed by cir-
cular dichroism (data not shown). The recombinant proteins
were recognized by sera of chronically infected mice in ELISAs
(data not shown) and in Western blotting, showing the expected
molecular sizes (Fig. 1A). Polyclonal serum obtained from immu-
nizing mice with either rTc52 or the N-term or C-term domain
recognized native Tc52 present in the soluble fraction of lysed
epimastigotes (F105) (35) of the RA strain (data not shown).
These results suggested that the recombinant proteins would be
able to generate an immune response able to recognize the parasite
in the context of an infection.

In addition, the DNA coding for Tc52 or the N-term or C-
term domain was cloned in the eukaryotic expression vector
pcDNA3.1. The ability of mammalian eukaryotic cells to express
the proteins was verified by transfecting COS-7 cells with the con-
structions. The transient expression in transfected cells was veri-
fied by immunofluorescence assays using the polyclonal serum
against each one of the recombinant proteins (Fig. 1B).

The Salmonella Tc52 DNA delivery system elicited a specific
antibody response. We analyzed the specific immune response
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against full-length Tc52 by ELISA in groups of mice immunized
four times orally with attenuated Salmonella bacteria harboring
the pcDNA3.1 vector carrying Tc52 (STc52) or the N-term (SN-
term) or C-term (SC-term) domain. The reason for using full-
length Tc52 to test humoral responses instead of the immunizing
antigen used for each group was that the elicited antibodies would
be effective only if they could recognize their cognate epitope in
the full-length Tc52. Control mice were inoculated with Salmo-
nella transformed with the empty pcDNA3.1 (S-empty) vector.
Immunization with the recombinant proteins elicited a slight but
detectable specific humoral immune response 15 days after the
last immunization (Fig. 2A). To estimate the developed T cell
profile, we analyzed the titers of the IgG1 and IgG2a isotypes spe-
cific against Tc52 and its domains. As expected, all of the immu-
nized groups (STc52, SN-term, and SC-term) developed higher
titers of IgG2a than IgG1 antibodies, suggesting that the immune
response was predominantly driven by Th1 cells (Fig. 2B and C).

To analyze the ability of the specific antibodies to target infec-
tive parasites, we carried out two different assays. To evaluate the
capacity of the elicited antibodies to activate complement and
lysate parasites, bloodstream trypomastigotes (RA strain) were
incubated with sera from the immunized mice and a fresh source
of complement (Fig. 2D). To study whether the antibodies are able
to inhibit parasite cell invasion, bloodstream trypomastigotes of
recombinant T. cruzi (Tulahuen strain) expressing (3-galactosi-
dase (33) were incubated with specific serum previous to infection
in nonphagocytic Vero cells (Fig. 2E). We found that even when
the antibody titers in serum were low (Fig. 2A), the antibodies
developed in the immunized groups showed the capacity to lyse
infecting parasites in the presence of complement and to neutral-
ize parasite invasion of mammal cells. In both assays the patterns
were similar, showing that the group receiving immunization with
SN-term developed the highest antibody activity and that the SC-
term group produced antibodies with lower activity.

To test the ability of the immunization protocol using Salmo-
nella as a DNA delivery system to generate IgA antibodies in mu-
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FIG 2 Antibody response against T¢52 in immunized mice. Groups of mice were immunized with STc52, SN-term, SC-term, and S-empty (control group), and

sera were taken 15 days after the last immunization. Tc52-specific IgG (A) and

IgG1 and IgG2a (B) titers in sera were measured by ELISA. (C) Titer ratios of

Tc52-specific IgG2a/IgGl. (D) A trypomastigote lysis assay in the presence of antibodies and fresh complement was conducted using RA strain bloodstream
trypomastigotes and the specific antisera. (E) Inhibition of cell invasion assay using Tulahuen beta-galactosidase strain bloodstream trypomastigotes, Vero cells,
and the sera studied. (F) Tc52-specific IgA in intestinal lavage samples determined by ELISA. Samples were taken 15 days after the last immunization of mice in
the STc52, SN-term, SC-term, and control (S-empty) groups. Total IgA in each sample was also measured by ELISA, and the titer for each sample was then
normalized to the total amount of IgA. Results are representative of at least three independent experiments.*, P < 0.05; **, P < 0.01; ***, P < 0.001.

cosal tissues, 15 days after the last immunization, intestinal lavage
fluids were obtained from all of the groups, and Tc52-specific and
total IgA were measured. The titer of Tc52-specific IgA was nor-
malized to the total amount of IgA in each sample. As shown in
Fig. 2F, all of the immunized groups were able to develop antigen-
specific mucosal immune responses compared to the control
group without significant differences among them.

Salmonella as an antigen DNA delivery system induces a
strong cellular immune response. The Tc52-specific cellular im-
mune response was assessed by in vivo and in vitro experiments.
Fifteen days after the last immunization, a DTH test was con-
ducted by injecting the hind footpad of the mice with 5 jLg of Tc52
or N-term or C-term domain recombinant antigen. The thick-
nesses of the footpads were measured before and 48 h after the
inoculation. Figure 3A shows that a significant DTH was induced
in all the immunized groups compared to the control group (S-
empty). The group immunized with STc52 showed a cellular im-
mune response against rTc52 (Fig. 3A, panel I) and also when
challenged with the N-term (Fig. 3A, panel II) and the C-term
(Fig. 3A, panel III) domains. Similarly, the groups immunized
with SN-term and SC-term reacted against the immunizing do-
mains (Fig. 3A, panels II and III) and also against the full-length
rTc52 (Fig. 3A, panel I). The DTH reaction was stronger in mice
challenged with the antigen homolog to the immunizing antigen
for STc52 (Fig. 3A, panel I) and SN-term (Fig. 3A, panel II). In
contrast, when the challenge was done with the C-term domain
(Fig. 3A, panel I1I), the group immunized with STc52 was the one
that developed the highest DTH. As shown in Fig. 3A, panels II
and I1I, SN-term- and SC-term-immunized groups showed cross-
reactivity with the heterologous domain.

The ability of STc52, SN-term, and SC-term to induce a cellu-
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lar immune response was also evaluated in ex vivo assays. Spleen
cells taken from mice 15 days after the last immunization were
stimulated with rTc52, and the activation of specific T cells was
measured in a proliferation assay as [*H]thymidine incorpora-
tion. Splenocytes of groups immunized with STc¢52, SN-term, and
SC-term proliferated in response to rTc52, with proliferation in-
dexes higher than 2, which is significantly different with respect to
the control group value (Fig. 3B). In addition, cytokine concen-
tration was also measured by ELISA in the supernatant of rTc52-
stimulated spleen cells. The level of secreted IL-2 correlated with
the proliferation index, showing in all groups significant differ-
ences with respect to the control values, with the highest level in
the STc52-immunized group (homolog antigen) (Fig. 3C, panel
I). Immunized groups also showed high levels of IFN-y compared
to the control group (Fig. 3C, panel II). Again, the STc52-immu-
nized mice showed the highest level of this cytokine. In contrast, the
secreted IL-10 level was low in all groups. Despite the fact that the
immunized mice had higher levels than controls, only animals from
SN-term-immunized group showed significant differences with re-
spect to the S-empty-immunized group (Fig. 3C, panel III). No sig-
nificant differences among immunized groups were detected in these
assays. Analysis of the IFN-y/IL-10 ratios shows that the strongest
inflammatory reaction without an anti-inflammatory counterpart to
protect tissues was developed in the full-length protein- and SC-
term-immunized groups (Fig. 3, panel IV).

All immunized groups induce CD8™ T cells that are able to
produce IFN-y in response to rTc52. Since IFN-v-secreting
CD8™ T cells are very important in controlling T. cruzi infection
(10, 39), we analyzed the intracellular expression of IFN-vy in
spleen CD8" T cells by flow cytometry. Figure 4A shows that
immunized groups had a higher number of IFN-y™ CD8" T cells
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FIG 3 Cellular immune response against Tc52, N-term domain, and C-term domain in immunized mice. (A) DTH test 15 days after the last immunization. The
figure shows the difference between the thickness of the footpads in mice of the groups immunized with STc¢52, SN-term, SC-term, and S-empty, before and 48
h after inoculation with 5 g of antigen, as follows: I, Tc52; II, N-term domain; III, C-term domain. (B) Proliferative response of spleen cells from immunized
mice 15 days after the last immunization. The proliferation index is expressed as a ratio of [?’H]thymidine incorporation (cpm) between cells with and without
r'Tc52. (C) Concentration of the cytokines IL-2 (I), IEN-y (II), and IL-10 (III) and ratio of IFN-v/IL-10 (IV) in culture supernatant. Spleen cells were cocultivated
with or without the antigen Tc52. The concentration of each cytokine in culture supernatant was measured by ELISA. For each sample, the absorbance in the
absence of antigen was subtracted. Results are representative of two or three independent experiments. ND, nondetectable. *, P < 0.05; **, P < 0.01; ***, P <
0.001.

than the control group in response to rTc52. The SN-term group
showed the strongest responses, with approximately three times
more IFN-y* CD8™ T cells than the control group.

In order to explore the specificity of the CD8™ T cells activated
during the immunization, we used bioinformatics tools to search for
peptides able to bind MHC class I molecules of the H-2K haplotype in
the Tc52 sequence. We selected the six peptides showing the highest
scores and performed a cytotoxicity assay. Spleen cells from C3H/
HeN (H-2K haplotype) mice immunized with STc52 were depleted

IFNy* (% of CD8"* cells)

of CD4™ T cells and coincubated with mouse peritoneal cells loaded
with the peptides. CD8™ T cells from mice immunized with Tc52
showed cytotoxic activity to target cells carrying four of the six Tc52-
specific peptides tested, but the difference compared to cells loaded
with a control unrelated peptide was significant only for pepl and
pep4, which belong to the N-terminal domain, and pep6 of the C-ter-
minal domain of Tc52 (Fig. 4B).

All immunized groups were protected against a lethal chal-
lenge. To analyze the protection conferred by immunization, the
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FIG 4 Immune response of CD8 " cells from immunized mice against Tc52. (A) Expression of IFN-y in CD8 ™ cells stimulated with Tc52. Fifteen days after the
last immunization with S-empty, STc52, SN-term, and SC-term, spleen cells were stimulated for 24 h with Tc52 and then stained with anti-CD4, anti-CD8, and
anti-IFN-y. CD8"* CD4 "~ cells were gated. The figure shows the expression of IFN-y in this population of Tc52-stimulated cells from mice immunized with
S-empty, STc52, SN-term, and SC-term. The percentages of IFN-y " cells (in the CD8* population) are also shown in the figure. (B) Lysis of cells carrying specific
MHC class I peptides mediated by CD8* cells. Mouse peritoneal cells were loaded with Tc52-specific peptides and also a control peptide. Peptides 1 to 4 belong
to the N-term domain, whereas peptides 5 and 6 belong to the C-term domain. Spleen cells from mice immunized with STc52, depleted in CD4™ cells, were
coincubated with the peritoneal cells stained with CFSE and loaded with the peptides. Lysis was measured, and results are expressed as percentages. Results are
representative of at least two independent experiments. **, P < 0.01; ***, P < 0.001.
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FIG 5 Protection against a lethal challenge. Fifteen days after the last immunization, mice were lethally challenged with 1,000 RA strain bloodstream trypomas-
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uninfected mice is also shown. (B) Level of parasites in blood after infection was monitored in 5 .l of blood taken from the tail every 2 to 3 days and recorded.
(C) The number of dead mice was recorded daily. Results are representative of three independent experiments. ¥, P < 0.05; **, P < 0.01.

mice were challenged with a deadly amount of bloodstream try-
pomastigotes. The mouse weight was measured after infection as a
parameter of physiological status. The protection in the acute
stage of infection was assessed by measuring the levels of parasite
in the blood and monitoring survival. Thus, 15 days after the last
immunization, mice were challenged with 1,000 bloodstream try-
pomastigotes of the highly virulent RA strain. All immunized
groups had less weight loss than the nonimmunized and chal-
lenged control mice, but the difference was significant only for
mice immunized with SN-term at 25 dpi (Fig. 5A). Furthermore,
at the first peak of parasitemia (8 dpi) (Fig. 5B), immunizations
with STc¢52 and SN-term resulted in a significant reduction in the
number of circulating parasites (P < 0.01 and P < 0.001, respec-
tively). At the second peak (14 dpi), all immunized groups showed
differences from the control (P < 0.05). We also calculated the
area under the parasitemia concentration-time curve (AUC) to
assess the ability of the vaccination to reduce the total parasite
load. The calculated AUCs were 7.2, 7.0, and 3.0 times lower than
the control for groups immunized with SN-term, STc52, and SC-
term, respectively (Fig. 5B). The survival of the mice was checked
daily. All the mice from the control group died by 34 dpi, whereas
the survival of the other groups was 100% for SN-term, 60% for
STc52, and 25% for SC-term (Fig. 5C). Survival was monitored
further, and all the mice of the SN-term-immunized group sur-
vived until sacrifice at 100 dpi (data not shown), with significant
differences compared to the control group (P < 0.05).
Vaccination also confers protection in the chronic stage of
infection. To investigate whether immunizations were effective in
limiting tissue injury in the chronic stage of infection, we chal-
lenged immunized mice with a sublethal amount (200 parasites)
of bloodstream trypomastigotes (RA strain). At 100 days after
infection, we quantified the serum activity of enzymes related to
muscular tissue damage: CK, AST, and LDH. Two mice from the
S-empty-immunized and SC-term-immunized groups died be-
fore samples were taken at 100 dpi. The experiment was repeated
three times, and in all cases one or more mice from the control
group died before samples were taken. The groups immunized
with STc52 and SN-term showed significantly lower levels of the
three enzymes than the control (Fig. 6A). In addition, the levels of
the enzymes in the STc52 and SN-term groups were similar to
those of the uninfected mice (28.7 * 4.6, 8.6 = 4.6, 1,087 = 10.4
IU/liter for CK, AST, and LDH, respectively). No differences were
detected among the immunized groups. In addition, at 100 dpi we
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took samples of heart and skeletal muscles of mice of each group.
Histological sections of cardiac muscles did not present altera-
tions (even in the control group). Nevertheless, in skeletal muscle,
the control group showed strong inflammatory infiltrates and ne-
crosis, whereas these were moderate in the other groups. The me-
dian of the inflammation score was 3 for S-empty, 2 for SC-term,
and 1 for STc52 and SN-term. Moreover, the control group was
the only one that showed amastigote debris in the tissue (Fig. 6B).

DISCUSSION

We cloned and expressed in a bacterial system the T. cruzi protein
Tc52 and its N- and C-terminal domains. In addition, we cloned
the Tc52 gene and the sequences of its N- and C-terminal domains
in plasmids for eukaryotic expression, which were tested in vitro
for expression of the recombinant proteins by COS-7 cells. These
plasmids were used to transfect attenuated S. enterica serovar
Typhimurium as a DNA delivery system. A DNA delivery system has
the advantage, over traditional naked DNA vaccination, that bacteria
protect the DNA vaccine from the environment until it reaches the
macrophages, where the Salmonella is disrupted, releasing its intra-
cellular plasmid cargo and enabling expression of the recombi-
nant protein by the eukaryotic cell machinery. It was previously
shown that oral immunization with this system is able to induce
specific antibody and cellular responses, with Th1 and CD8™ cell
activation, as well as specific mucosal immunity (40-42).

There are several routes of transmission of T. cruzi, including
vectorial, transfusional, transplacental, and oral. As a conse-
quence of active control in dwellings and their surroundings and
the serological screening in blood banks, the transmission of the
infection by vectorial and transfusional routes fell sharply in the
last years (43). In this scenario, oral transmission appears as a
route of emerging relevance (44-47). Potential sources of food
contamination are triatomine bugs or triatomine feces, raw meat
from infected animals, and gland secretions of infected opossums
(Didephis marsupalis) (44). When the infection occurs by the oral
route, metacyclic trypomastigotes invade the epithelium of the
oral, esophageal, gastric, and intestinal mucosae and rapidly be-
come systemic (48). In this work we focus on the development of
an oral vaccine that could confer mucosal and systemic immunity,
and the challenge was conducted intraperitoneally as a heterolo-
gous route for a more rigorous test of vaccine efficacy.

Groups of mice were fed with attenuated Salmonella bacteria
carrying the empty vector and the pcDNA-Tc52, pcDNA-N-term,
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FIG 6 Protection in chronic stage of infection. (A) Activity of muscular enzymes in sera of immunized mice at 100 dpi, as indicated. Results are representative
of three independent experiments (*, P < 0.05). Levels detected in normal mice were 28.7 = 4.6, 8.6 = 4.6, and 1,087 = 10.4 IU/liter for CK, AST, and LDH,
respectively. (B) Micrographs of skeletal muscle of immunized and infected mice at 100 dpi, stained with hematoxylin and eosin. Inflammation scores are shown
in panel I. Each point represents an individual mouse; the median of each group is indicated by a horizontal line. Representative histological sections from one
mouse of each group are shown, as follows: S-empty (II and III), STc52 (IV), SN-term (V), and SC-term (VI). Histological sections are shown at magnifications
of X400 (I, IV, V, and VI) and X 1,000 (III). Images show amastigotes and amastigote debris, which were found only in micrographs of skeletal muscle from mice

of the S-empty-immunized group.

and pcDNA-C-term constructions. The delivery of the plasmid
vector was efficient, leading to expression, processing, and presen-
tation of the recombinant proteins since Tc52-specific antibodies
were elicited in all vaccination groups. The antibody titers were
low, as expected in a DNA immunization, but the antibodies effi-
ciently mediated trypomastigote lysis in the presence of comple-
ment. This is particularly important considering that the expres-
sion of Tc52 in this parasite stage is poor (21). Furthermore, the
antibodies inhibited trypomastigote invasion of mammal cells in
an in vitro assay. In these two functional assays, the patterns were
similar: sera from all immunization groups showed activity, but
the strongest response was observed in serum from the SN-term-
immunized group, followed by responses from mice vaccinated
with STc52. The differential pattern between titers and activities of
the sera of the three groups could be attributed to the position of
the protein in the parasite membrane, which is unfortunately still
not known, and therefore the availability of each one of the
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epitopes to the antibodies is not known. In this regard, Tc52
amino acid sequence analysis was unable to detect a glycosylphos-
phatidylinositol (GPI) anchor to the membrane using big-PI Pre-
dictor (http://mendel.imp.ac.at) (49) or the a-helix transmem-
brane region using the TMHMM server, version 2.0 (http://www
.cbs.dtu.dk/servicess TMHMMY/). In contrast, using the dense
alignment surface method (DAS [http://www.sbc.su.se/%7
Emiklos/DAS/maindas.html]), we identified a short region be-
tween residues 157 and 164 belonging to the N-term domain that
could have transmembrane localization. More studies should be
conducted in order to define Tc52 localization on the parasite.
However, our results showing that antibodies against full-length
Tc52 and its domains are able to lyse trypomastigotes in the pres-
ence of complement further support a membrane location of
Tc52, as previously shown (21). These results also suggest a po-
tential role of Tc52 in cell invasion, which was previously investi-
gated with phagocytic, but not with nonphagocytic, cells (20).

Infection and Immunity
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The profile of elicited antibodies in all vaccination groups in-
dicated higher IgG2a than IgG1 antibodies, suggesting that the
immune response was predominantly oriented by the Th1 subset,
which is desirable in the design of vaccines against intracellular
pathogens. In most cases, when Salmonella is used as a delivery
system for foreign DNA, the immune response is predominantly
Th1 (12, 50). There are cases, though, where the immune response
depends on the antigen, and eventually a Th2-oriented immune
response is developed (51). In addition, the Salmonella-based
DNA delivery system was able to induce a mucosal Tc52-specific
immunity, as indicated by the secretory IgA found in intestinal
lavage samples.

All vaccination groups developed a strong cellular immune
response against Tc52. In the DTH assay, as well as in the ex vivo
spleen cell proliferation assay, the group immunized with STc52
showed a stronger response against rTc52 than the other groups;
nevertheless, no statistically significant differences were detected
between STc52, SN-term, and SC-term groups. The STc52-im-
munized group showed a higher proliferation index and higher
levels of IL-2 and IFN-vy than the SN-term and SC-term groups.
This can be explained because the STc52 group developed an im-
mune response for T epitopes encompassed within the full-length
of Tc52, whereas the SN-term and SC-term groups developed an
immune response only for T epitopes present in each of the do-
mains. In addition, splenocytes were stimulated with full-length
Tc52 for all groups. Only the splenocytes from the group immu-
nized with SN-term showed levels of secreted IL-10 significantly
different from the control level. Even when the absolute levels of
this cytokine were low, the results suggest that SN-term immuni-
zation results in a predominantly Th1 cellular response, which is
counterbalanced in its proinflammatory potential by IL-10 pro-
duced by other cell subset(s). In this regard, the role of regulatory
T (Treg) cells (CD4" CD25" Foxp3 ™) in the persistence of T. cruzi
infection is controversial. While Treg cells could restrict tissue
damage, they inhibit IFN-y secretion by CD4" and CD8™ T cells
and downregulate the cytotoxic activity of CD8™ T cells, thereby
suppressing an effective immune response against infection. De-
pletion of CD4* CD25™ T cells did not correlate with an increase
in CD8" T cells in tissue or even a change in parasitemia in the
acute stage of the infection (52). In contrast to this, studies con-
ducted with patients showed that high numbers of CD4" CD25"
Foxp3™ T cells secreting IL-10 and IL-17 correlated with the ab-
sence of cardiac pathology, whereas in patients with chronic car-
diac disease the dominant cytokines were IL-6, IFN-vy, and tumor
necrosis factor alpha (TNF-a), thereby suggesting a protective
role for Treg cells in cardiac pathology (53). Further studies are
necessary to identify the cells producing IL-10 after vaccination.

Due to the importance of cytotoxic T cells in parasite clearance
(10, 39), we studied CD8™ T cells activated in the presence of T¢52
(IFN-y* CD8" T cells). We found that immunization with SN-
term was the most efficient in the generation of IFN-v-secreting
CD8™ T cells specific for Tc52. In order to know which part of
Tc52 is the target of the specific cytotoxic cellular response, we
selected peptides of the Tc52 sequence that were predicted to be
presented in the context of MHC class I. We found that the pep-
tides with a high predictive index belong to the N-term domain.
When we analyzed the cytotoxic activity of CD8™ T cells from the
spleens of immunized mice, we found that out of the six selected
peptides, three were targets for cytotoxic activity, with two belong-
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ing to the N-term domain. This could explain, at least in part, why
SN-term promoted stronger activation of Tc52-specific CD8 " T
cells than SC-term.

In the acute stage of infection, we evaluated weight loss, para-
sitemia, and survival. The three vaccines conferred protection in
terms of all of three of these parameters compared to the control
group. However, the groups immunized with STc52 and SN-term
showed better protection in terms of parasitemia than the one
immunized with SC-term. Additionally, the SN-term-immunized
group was the only one that, at 25 dpi, presented a significant
difference in weight with respect to the controls. It was also the
only group with 100% survival until 100 dpi (data not shown). In
contrast, mice immunized with STc52 and with SC-term and the
control group showed 60%, 25%, and 0% survival, respectively, at
that time.

In the chronic stage of the infection, no tissue inflammation,
damage, or amastigote presence was detected in cardiac muscle in
any group (data not shown). In skeletal muscle of the quadriceps,
a certain degree of inflammation was seen in all groups. However,
the three immunized groups showed lower inflammation scores
than the control group, with the STc52 and SN-term groups dis-
playing the lowest ones. Moreover, amastigotes (as parasite de-
bris) could be found only in the control group. This correlates
with the serum activity of enzymes related to muscular tissue dam-
age, in which case only the STc52 and SN-term groups showed
significant differences from the control group. These results are
similar to the ones observed in the acute stage of infection, indi-
cating that control of parasitemia and parasite dissemination in all
immunized mice, particularly those receiving STc52 and SN-
term, prevents chronic tissue inflammation.

Previously, we demonstrated that the N-term domain of cruz-
ipain (Cz), the major cysteine protease of T. cruzi, is the enzymatic
and protective domain of the enzyme (54). The C-term domain of
Cz is immunodominant during natural infection, eliciting a high
titer of specific antibodies. Similarly, immunization with full-
length Cz triggers an immune response mostly directed against the
C-term domain, which is poorly protective. In contrast, immuni-
zation with the N-term domain of Cz redirects the immune re-
sponse to the protective domain, thereby enhancing protection
(54). In the case of Tc52, immunization with DNA vectors deliv-
ered by attenuated Salmonella encoding full-length Tc52 or its
N-term or C-term domain did not result in marked differences in
protection, as for Cz. Nevertheless, there are considerable differ-
ences in the responses triggered by these three vaccine prototypes.
In particular, immunization with SN-term seems to promote
more efficient responses. Vaccination with SN-term resulted in
efficient mucosal and systemic humoral responses with antibodies
able to both mediate trypomastigote lyses and prevent parasite
invasion of eukaryotic cells. It also promoted a cellular immune
response characterized by stimulation of Th1 cells and activation
of Tc52-specific CD8™ T cells. This prototype was also the more
efficient in terms of conferring protection against acute and
chronic infection. We conclude that, despite the protective capac-
ity exhibited by full-length Tc52, the superior responses stimu-
lated by the N-term domain and the need to reduce the antigen
used due to autoimmunity concerns (55, 56) make the N-term
domain a more promising candidate for inclusion in vaccine for-
mulations against Chagas disease.
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