RESUMOS DE TESES E DISSERTAGCOES

Standardization and evaluation of molecular methods to detect
oocysts of Cryptosporidium spp. (Apicomplexa: Cryptosporiidae)
in faecal samples: extraction of genomic DNA and PCR
(polymerase chain reaction)

Carvalho-Almeida, T. T. Padronizagdo e avaliacdo de métodos moleculares para detecgdo de oocistos de Cryptosporidium sp.
(Apicomplexa: Cryptosporiidae) emamostras fecais: extracao de DNA gendmico e PCR (reagéo em cadeia pela polimerase). Séo
Paulo - SP. 2004. [ Tese de Doutorado — Area: Préti cas em Satlde Publica— Facul dade de Salide Pdblica— USP)]. Orientadora: Profa.

Dra. MariaHelenaMatté.

The protozoan parasite Cryptosporidium parvum has
become recognised as important emerging human pathogens.
For molecular studies, most of the techniques to extract
genomic DNA requirethe use of imported kitsto concentrate,
rupture the very resistant oocyst wall, and purify the DNA
from the samples matrix. The aim of this study wasto develop
asimple and rapid method based on polymerase chain reaction
(PCR) to detect Cryptosporidium in preserved faeces. Oocysts
were concentrated from faecal specimens by flotation on
sucrose gradient. Genomic DNA was prepared from purified
oocysts by adding a lysis buffer containing 70 mM
B-mercaptoethanol, digested with proteinase K and extracted
with phenol-chlorophorm-isoamyl. The standardization was
started by performing a one step PCR to detect
Cryptosporidium spp. using a generic set of primer (AWA).

To detect C. parvum a one step PCR was assayed using the
specific primer (LAX). Toincreasethe sensitivity of themethod,
were tested nested-PCR assays, using an outer primer (X1A).
Thirty nine DNA samples were analysed from the standard
calf, 52 samplesfrom 17 patientsand 45 samplesfrom 14 animals.
Theresultswere: 54.28% positive samplesby single PCRAWA,
71.42% by nested-PCR, 67.74% by single PCR LAX and 44.44%
by nested-PCR for the standard calf. The overall positivity for
human and animal samples were: 34.48% by single PCR and
54.83% by nested-PCR for Cryptosporidium spp. and 16.00%
by single PCR and 50.00% by nested-PCR for C. parvum. Using
VistraGreen for staining agarose gel, yielded the visualisation
of the amplicons. These results show that this simple and cheap
method could beimproved to be used on the routine laboratory
work.

Tese disponivel naBiblioteca da Faculdade de Satide Piblica— USP.
Tesedisponivel online: www.teses.usp.br/teses/disponivei s/ 6/6135/tde-22032005-093557.
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Evaluation of immune response and protection induced by
iImmunization with A2 and Lack antigens against experimental
Leishmania major and Leishmania amazonensis infection

Coelho, E. A. F. Avaliagéo dos niveis de prote¢do e da resposta imune induzida pela imunizagdo com os antigenos A2 e Lack na
infeccéo experimental com Leishmania (Leishmania) major e Leishmania (Leishmania) amazonensis. Belo Horizonte, MG 2004
[ Tese de doutorado Departamento de Bioquimica e Imunologia, Instituto de Ciéncias Biol dgicas, Universidade Federal de Minas
Gerais] Orientador: CarlosAlberto PereiraTavares

In an attempt to select candidate antigens for a
leishmaniasis vaccine, we investigated the protective effect of
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A2 and Lack antigens against L. amazonensis and/or L. major
infections in BALB/c mice. The Lack and A2 antigens were
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administered as Lack-MBP and A2-HIS recombinant proteins
associated or not to adjuvants(rlL-12 and/or allumen) or asDNA
plasmids ()CDNA3-A2 and pCl Neo-L ack) associated or not to
pCl-IL-12 DNA, as adjuvant. BALB/c mice wereimmunized in
their left hind footpadswith 2 doses of proteinsin 15 daysinterval.
Miceimmunized with plasmid DNA, received intramuscularly 2
dosesin 21 daysinterval. One month after, micewereinfected in
their right hind footpads with 1x10° or 1x10° stationary phase
promastigotesof L. amazonensis or L. major. Immunization with
recombinant proteins, associated to adjuvants or with DNA
plasmids, was abletoinduce arobust Thlimmuneresponseprior
to chalenge infection. However, only mice immunized with A2
antigen were protected against L. amazonensis challenge. A high
and sustained IFN-y production, increased levels of A2-specific
IgG2aantibodiesand low levelsof parasite-specific IgG antibodies

were detected. A2 protein administered alone did not induce
protection against infection; however, A2 DNA associated or not
by IL-12 DNA induced protection against L. amazonensis
challenge. In contrast, miceimmunized with Lack protein or Lack
DNA, associated or not by adjuvants, had low levels of IFN-y
and high levels of both Lack-specific and parasite-specific IgG1
antibodies and were not protected against L. amazonensis
infection. However, mice immunized with Lack antigen were
protected against L. major infection. Curioudly, the association
between A2 and Lack antigens in the same vaccine completely
abrogated the A2 specific immune responses and, consequently,
the protective effect of this antigen against L. amazonensis
challenge. We concluded that A2, but not Lack, fits the
requirements to compose a safe vaccine against tegumentary
leishmaniasis.

Tese disponivel naBiblioteca do Instituto de Ciéncias Bioldgicas

enaBibliotecaCentral daUniversidade Federal de Minas Gerais (UFMG).

e-mail: dudafercoel ho@yahoo.com.br

Study of quantification and validation methodologies of soy
proteins and collagen and technological uses in meat products

DéellaTorre, J.C.M. Proteinas de soja e coldgeno: validacéo das metodo[ogias de quantificacdo e avaliagdo tecnoldgica do uso em
produtos carneos. Campinas— SP. 2004. [ Dissertacdo de Doutorado — Area: TecnologiadeAlimentos— Faculdade de Engenharia
deAlimentos— UNICAMP Campinas] Orientador: Dr. Nelson José Beraquet.

Comminuted meat products, such as frankfurters, fresh
ground sausages and hamburgers are exposed to fraud by the
abusive use of protein extensors of the types collagen and soy
proteins, used in meat products because of their technological
benefits, with reduced processing costs, although they are
considered limiting, with regard to essential amino-acids, and
producing adverse effects in sensory characteristics. The
effective control of addition levelsisnot properly controlled by
the Sanitary Surveillance bodies in Brazil, due to the lack of a
validated quantitative analytical methodology for soy proteins
and because there are no legal limits to collagen inclusion in
meat products. As a contribution to the establishment of
maximum contents and effective control of soy proteins and
collagen, this project sought: a) to validate intra-laboratorially
the official AOAC methodologies in the quantification of
hydroxyproline (collagen) and soy proteins in meat products;
b) to eval uate proximate composition and technol ogical influence
of extensors addiction to Lyoner sausage, and c) to present
both sensorial and physicochemical Adolfo Lutz Institute
analytical routine results of commercial products like
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frankfurters, fresh ground sausages and minced beef meat. The
formulation and processeswerethe commercially used for mest
emulsion batter, Lyoner sausage and canned emulsion. Beef
meat, pork backfat and ice quantities were balanced in order to
keep constant the 4.7 humidity : proteinratio aswell asthe 20%
lipid level, replaced with either texturized soy proteins (TSP,
Maxten E-100), texturi zed concentrated (CSP, Protel max TR-120)
and isolated (ISP, Supro 500E) in concentration of O to 6% or
connectivetissuefrom cooked pork rind or fresh beef connective
tissue recovered from cuts obtained by using the Skyner
machine, in the range 0 to 15%. The color parameters L*
(luminosity), a* (red) and b* (yellow) were measured using a
spectrophotometer (Minolta) and the compression hardnesswas
measured using aTextureAnayser (TAXT2i/25). The proximate
composition and pH were carried out according to Adolfo Lutz
Ingtitute’'sAnalytical Norms. Emulsion stability wasreported as
percent fat and gelatin released from sterilized canned emul sion.
A trained 9-member panel eval uated the sensory attributesusing
an unstructured 10 cm line scale, following the randomized
complete block design, with replicate judgments. Laboratorial
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