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RESUMO

Foi utilizado um sistema da alimentagdo artificial atraves
de membrana de silicone, empregado sanque bovino
citratado como fonte alimentar para machos e fémeas de
Amblyomma cajennense (Fabracius, 1787). Foram utilizados
vestigios de sangue, suor, pélos e descamacdo de pele como
fago-estimulantes. Os carrapatos foram coletados como
ninfas 1ingurgitadas em equinos naturalmente infestados,
com a ecdise ocorrendo em laboratério. Utilizou-se 400
carrapatos, sendo 50% fémeas, com trés a quatro semanas
pos-ecdise. A umidade do ar foi de 75% e a temperatura do
sangue de 37 = 1°C Vestigios de sangue, 1iscladamente,
foi o fago-estumulante mais eficiente; a associacao
vestigios de sangue mais residuos de suor apresentou
melhores resultados sobre os demais fago-estimulantes
utilizados. Aspectos ligados ao comportamento alimentar,
bem como formas de aperfeigoamento do sistema de
alimentagdo in ‘vitro, também foram analisados.
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AN ELISA TEST TO DETECT ANTIBODIES IN MILK AGAINST THE CAPSULE OF
STARIYLOOODIS SP.

Adi]l Knackfuss Vaz*®, Barbara Wilsmore**
CAV/UDESC, Caixa Postal 281, 88520-000 Lages, SC, Brazil

A freshly isolated St_aiﬂlococcus aureus strain, obtained from a cow
with subclinical mastitis, was grown ovemight at 37¢C in Todd- Hewitt
Broth containing 10% sheep milk whey. Capsular material was extracted
by tutbling washed bacteria for two hours at 4*C with glass beads. The
supematant was applied to a PAGE gel, producing seven bands between
45 and BO kDa. This antigen was diluted 1/100 and used to coat ELISA
microtiter plates (FALCON, BBL). The coating was done using coating
tuffer, pH 9.6, for 2 hours at 379C. Whole milk from cows having been
jdentified as having subclinical mastitis or free from in on the basis
of somatic cell counts and bacteriological examination was diluted 1/
50 to 1/400 in doubling dilutions in antibody buffer containing 1%
pig gelatin. One hundred ul of these dilutions were applied to the
wells, Six cows with subclinical mastits and six free from it were in-
cluded in the test. The samples were a mixture of milk from the four
quarters. The plate was incubated at 37¢C for one hour, and washed 3
times in PBS-T. Peroxidase-conjugated rabitt anti-bovine immnoglo -
bulins (DAKO) was diluted 1/5000 in antibody buffer and applied to

the wells. The plates were again incubated for one hour at 37¢C. OPD
(SIGMA) diluted in substrate buffer and activated by the addiction

of hydrogen peroxide was added. The plates were incubated at the sa -
me tempereture for 1/2 hour, and the reaction stopped by the addic-
tion of 50 ul of 2.5M sulphuric acid. The plate was then read at 492
. Results were expressed as direct Optical Density units. It was
found that it is possible to separate infected infected from non-in-
fected cows on the bais of the OD at the 1/200 dilution. Negative
cows gave consistently readings of less than 0.5 OD. Positive ani -
mals always gave readings above that value, and as high as 0.8 0OD.

* CAV/UDESC
** Dept. of FAEMS, The Royal Veterinary College, University of London
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AMINO ACID SEQUENCE OF INTERNAL FRAGMENTS FROM THREL
PROTEINS OF Leptospira SEROVAR pomona

ALVES,F.S.F., LEFEBVRE, R., PROBERT, W.
EMBRAPA-CNPC, C.P. 10, CEP 62.011-970 Sobral, CE,Brasil.

Initial attempts to determine the N-terminal sequence of
the common detergent phase (Triton X-114) proteins from
Leptospira serovar pomona failed, aparently due to N-
terminal blocking. In order to obtain internal fragments
for protein sequencing, enzymatic and chemical digestion
was performed. The enzyme clostripain which cleaves at
Arginine-C residues was used %o digest the proteins of
32 and 45kDa. In situ digestion of 40kDa molecular
weilght protein was accomplished using cyanogen bromide
(CNBr) which cleaves at methionine residues. The
peptides were transferred from the gel to Immobilon PVDF
or Pro-blot membrane. The prominent band of each
digescion was excised and sequenced on a ABI 477 pulser-
liguid automated sequencer model. Enzymatic cleavage of
32 kba protein generated two fragments, one of 2lkDa
(not sequenced) and another of 10kDa that yielded five
residues of a amino acid sequence. A fragment of 24kDa
was obtained from 45kDa protein that yielded nineteen
residues of a amino acid. Chemical cleavage of the 40kDa
protein generated a fragment with a molecular weight of
20¥xDa, yielding a twenty amino acid sequence. The
knowledge of the amino acid sequence from these proteins
provides useful information for the design of synthetic
oligonucleotides that may allow identification of the
genes encoding the 32, 40, and 45kDa proteins. Further
elucidation as to the role of these proteins play 1in
pathogenesis of Leptospira is necessary.
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ANALISE DA PELE [0 PINTAIO (/Swudgp/atystams crruscass). CAPTURAIO ND
MIRANDA (MS). ATRAVES DA MICROSCOPIA DE LLZ. ko

DOURADO.DM.; SOZAM.L.R.: LEME DOS SANTUS.H.S.: MAIUS.V.L. e CULEA.V.C.
Dopto de Ciéncias Biologices e da Seude - (ESP.Av. Alexandre Herculano n1400,
Campo Grande. MS . Bresil.

O presents trabalho objetivou analisar a morfologia microscopica da pele do peixe
cowo. pintado (Awudpletystomy carTuscass), copturado o rio Mirande ns).
Amstres cbtidas das regides darsal madia.linha loters) e ventral, forem fixadas
@ soluclo de Bouin par 3% h. nnluid—-mhn,mns;-h

Masson

espessurn e corndas pelas da lina-ecsina e tr de A
l'k cortes assum obtidos forem analisados pela P1o de lwz, sel L3
- Ze1ss. As trés reqides. opresentaram um

vecOp pho
epiderme fina. com muitas células cloviformes de farmato ) lar

medians. Estas células. o partir da cameda &na dnm ey d.-:
ochatamento progressivo em direcdo & superficie da pele. No epiderme de regido da
linhe letersl, forem encontredas muitas células MXOsas, pequenas ¢ de forma
owolods. Nes regides darsal e ventrsl apresen & numero reduzido
Célules basais cubices farem notadas em alguns locois da epiderms das uﬁ

S carscteristicos. Grandes
am continua, forem vistas nesta comada e nas um dades mambrana
besal, das regides darsal e linha latersl. A derme phfr:. das x-_.;:- darsal
linha lataral e ventral, opresentou um unmico podréo de onentacio das hha;
colégenss.Estas sostrarmm-se finas, onduladas e dispostas  horizontalmente
(parnlelas & superficie da pele). Tais fibres, no entanto. ApTresentaram-se ma1s
espessas e juntas, & medida, que se distanciavem da superficie. Entre a camada
dermica e © tecido muscular esquelético foi cbeerveds ume camsda de Pignentacio
de cor parda e de A fina da
© grande numero de célules clavifarmes, as células muxeas na regid0 da linha
laternl; &s poucas células muosas das Tegides darsal e ventral; a espessure da
mamizona basal: es de mel nas da
membrana basal -cmmw&bbmnmdﬂnmuﬂm—muﬁ

regides enalisadas, carscterizarem a le do
x pe pintado  (Assudgn/atystome
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