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Chagas™ diseuse. a prowzoun infection caused by Trypanosoma cruzi is endemic in the
American Continent and it is the most important and the leading cause of heart failure in
Latin America. The pathogenesis of Chagas® discase is stll unclear. despite the intense
investigations botl: in humans and in animal models. Several questions remain unanswered
such as: What fuctors imay detemune whether the diseuse remaiis in the indetenminate fonm

OF progress ta severs cnes? What are the mechanisms thatmay initiute the development or
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BALB/c mice immunized with a DNA plasmid encoding the Trypunosoma cruzi
Trans-sizlidase (TS) developed CDd+ Thl, CD8+ Tcl and protective immune
response against infectionl. From DNA-vaccinated mice. we obtained CD4+
Thl which displayed remarkable anti-parasitic activity in vitro2. The aim of the
present study was to obtain T cell hybridomas specific for TS protein that would
allow us 1o further characterize the specificity and function the CD4+ Thi cells.
For that purpose. lymph node cells from BALB/c mice immunized with the
recombinant TS protein was fused to cells AKR thymoma BW 1100.129.237.
Twenty five hybridomas were obtained. Twelve of them were antigen specific,
secreting more than | ng/ml of IFN-g when stimulated with recombinant TS
protein. None of them secreted either IL-4 or IL-10 upon in vitro re-stimulation.
By flow cviometry analysis. all hybridomas were positives for CD3 and 8 of
them were highly positive for CD4 T cell marker. Four of five hybridomas tested
were ulso positive for the TCRbeta-chain. RNA waus obtained from these
hybridomuas. and we are currently trying to isolate the cDNAencoding the TCR

variable region.
{-Costa. F.. etal.. 1998. Vaccine 16, 768-774.
2-Rodrigues. MM, et al., 1999. Infect. Immun. 67, 3855-3863.

Supported by grants from FAPESP, PADCT, CNPq, PRONEX and FINEP.
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CD8+ T lymphoc: :levels of TCRub and CD8 molecules are
present in high numee icavity of T
<ruzi-infected chrenie by RT-PCR the [F production
cupacity of TCR CDS+ ceil subsers from the
spieen or chronic ective potendai of isoluted spleen
by transter into acuteiyv-infected
! subsets were sorted in a FACS
sut directy or after 6 hour in vitro
atlon w For transfer experiments.
CISLOWTCR -isolated using specific antibodi
conj ted with YW FCRabLOW cells wer jected !
Jduy after it S n. Contral groups were injected with
BBS ortotal chron en 22lls. Increased amounts of mMRNA were presentin
CDSLOWTCR cells compared to CDSHIGHCD4SRCHIGH und
sets or 10 CD3+ spleen celis from non-infected
mice. both cD timuli or direct ex vivo measurement
CD3LOWTCRab v Is conferred in vivo protection against T. cruzi
infection. PBS-irizoted infected mice showed increased levels of parasitemia
thut started by duv 6 and displayed two peuks. at duys 10 and 18 and 100%
mortality by duv 19, Mice trunsferred with CDSLOWTCRabLOW cells
dispiayed 4 smailer purasitemia peak day 10} that progressively declined und
was controlled by duy 20. Nevertheiess. the unimals of this group succumbed
by day 30 with nezative purasitemius. Mice injected with unseparated chronic
spleen cells showed u very small parasitemia peak by day 10 that was totally
controlled by dus 2. and 100% of the animals survived Our results indicate.
that in spite of >ntoricorreceptor down-regulation. CDSLOWTCRabLOW
from chronic mice ure high [FN-g producers and play an important role in in
vivo control of T. cruzi purusites. Supported by FAPESP.
<
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EYE 3

diomypathy (CCC) occurs in 10-30% ot the 16 miltion patients
s Heart-infiltrating

i i CD4+ T cells
iy recognizing cardiac myosin and a tandemly repetitive T cruZianugen
-aund in heart lesions. but CD8+ T cells are more abundunt around ureds in

e where 70 cruzi is found. suggesting thut CD8+ T cells infiltrating CcccC
‘¢ to T eruzi antigens. The findings that CD3+ T cells ure twice
sted that heurt

be spec
1s CD4+ T cells in CCC heart lesions further
T cells play an important role in pathogenesis. However, there
1 CD8+ Teells. To
ceil recoenition of T cruci antigens. we tested the recogmition of 26
J-und 10-mer peptides derived from the sequences of secreted/
cruzipain/FL-160 by PBMC from HLA-AZ+ Chagas' disease
v controls using IFN-gamma ELISPOT. Severul peptides were
$t62.5% of the patients and negligibly by controls We selected
¢ peptides CZ16-24. CZ60-63 und FL437-463 to ussemble
amer complexes. We anulyzed the binding ot tetramer
216-24. Tet CZ60-68 and Tet FL457-465 1o CD3+ T cells trom T
D v stimulated with irradiated PBMC and phytoheamagglutimin
i) in presence of IL2+IL7+IL15 (100 [U/ml. 5 ng/ml and 5 ng/ml.
velv). obtuined trom CCC heart tissue (percutuneous transvenous
endonvocurdiul biopsy of right ventricular septuin, EMB) of 3 patients. All
traiesional T ceit lines had subpopulations binding the 3 tetrumers complexes.
10 3¢ of CD8+ T cell lines bound to u single peptide-HLA-A2 tetrumer
jex. Heart-infiltrating T cell line sumples displayed higher frequencies of
T cells than paired PBMC samples from the saume donor. indicating an
accumulution of T cruzi-specific CD8+ T cells in heart tissue. Results provide the
firstdirect evidence of the antigen specificity of CD8+ T cells in CCC heurt tissue
and are consistent with the migration and/or local expansion of T cruzi -specific
CD8= T cells in the heart lesions of CCC patients.

Supported by: FAPESP, COFECUB-INSERM.
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