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The extensive intraspecific heterogeneity in the
snails of the genuBiomphalariaat morphologi-
. cal (WL Paraense 1978rq Mus NacRJ 55
Molecular Study of Similar  105-128) and genetic levels (THDA Vidigal et al.

Biompha/aria Species 1994 Exp Parasitol 79187-194), the similarity

between species and the small size of some speci-
. A e . 4 mens difficult the correct identification of these
Linus Spatz, Teof.anla HDA Vldlgal*/.**, snails. The PCR-RFLP method (polymerase chain
Roberta L Caldeira*, Emmanuel Dias  reaction - restriction fragment length polymor-
Neto***, Stella Maris Gonzalez phism) has been successfully employed to study
Cappa, Omar S Carvalho*/* genetic variation and identification of species of
shails such a®ncomelania hupens{# Hope &
Departamento de Microbiologia, Facultad de  DP McManus 1994\ cta Trop 5775-82),Bulinus
Medicina, Universidad de Buenos Aires, Argentina (JR Stothard et al. 1998cta Trop61: 19-29, JR
*Centro de Pesquisas René Rachou-Fiocruz, Av. Stothard & D Rollinson 1997rans R Soc Trop
Augusto de Lima 1715, 30190-002 Belo Horizonte, Med Hyg91: 353-357) and more recently by us in
MG, Brasil** Universidade Federal de Minas Gerais, Biomphalaria (THDA Vidigal et al. 1998Exp
Belo Horizonte, MG, Brasit** Instituto Ludwig de ~ Parasitol 89: 180-187). Using this approach we
Pesquisas sobre o Cancer, Sdo Paulo, SP, Brasil analyze here possible sequence polymorphisms in
the internal transcribed spacer region (ITS) of the
rDNA by PCR amplification and restriction en-
Key words:Biomphalariatenagophila tenagophila - zymes digestion. The entire ITS was amplified from
Biomphalariatenagophila guaibensis - Biomphalaria gjmilar species a8. t. tenagophilgB. t. guaibensis
occidentalis- snails - polymerase chain reaction  5ndB. occidentalisusing the primers ETTSZ/(S
polymerase chain re.action. restriction fragment 'engthTAACAAGGTTTCCGTAG GTGAA-3’) and
polymorphism - ribosomal RNA ETTS1 (3-TGCTTAAGTTCAGCGGGT-3) an-
chored respectively in the conserved extremities
of the 18S and 28S ribosomal genes (RA Kane &

Biomphalaria tenagophila tenagophila b roliinson 1994Mol Bioch Parasitol 63 153-
(Orbigny 1835) is a planorbid susceptible to in156).

fection withSchistosoma mansowhich occupies Studies were undertaken using several snail

a wide range in South America (WL Paraense 1984, jations collected from different localities of

Mem Inst Oswaldo Cruz9: 465-469) and is an grasj| Argentina and Uruguay. Several enzymes
important intermediate host in some areas of Br"i‘/\'/eretestedl(lul Ddd, Hadlll, Mnll, Hpall, Hfal

zil (WL Paraense & L Corréa 198Vlem Inst pea) pigestion products were separated on 6 or
Oswaldo Cruz82: 577). This species can not begoy ‘silver stained polyacrylamide gels (CJ

differentiated fromB. occidentalisor B. tena-  ganqyinetti et al. 199Biotech 17 915-918). Our
gophila guaibensisby shell characteristics nor yoqjjts show that only the restriction profiles ob-

morphology of most organs of the genital systerghineq after digestion withlul are capable of iden-
(WL Paraense 198Wem Inst Oswaldo Cruz 76 ifing the similar species. t. tenagophilaB.

199-211, Paraense 1984 .cit). However onlyB.  ,ceigentalisandB. t. guaibensis. t. tenagophila
t. tenagophilaandB. occidentalisare separated by nresented the most heterogeneous profile, show-
absolute reproductive isolation (Paraense 1681 ing some polymorphic bands when populations of
cit.). So far no reports have been published abog | and Argentina were compared. The profiles
reproductive isolation betwee. t. tenagophila piained with seven enzymes were used to esti-
andB. t. guaibensier betweerB. t. guaibensis e similarity between these species. A matrix
andB. occidentalis. of taxon/character was constructed on the basis of
presence/absence of the 70 bands derived from the
restriction profiles. The percentage of shared bands
was then calculated using the Similarity Coeffi-
cient of Dice (LR Dice 194%col 26 297-302).
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0.00 025 0.50 0.75 100 while the subspecieB. t. guaibensiseems to be
more closely related witB. occidentalishan with
B. t. tenagophila
Btt.GO.BRA

|—_|: BLMG BRA Considering geographical distribution, subspe-
A cies concepts (E Mayr et al. 19588:thods and
O Principles in Systematic ZoologylcGraw Hill,
Bt.Co ARG New York, 328 pp.), similar biological aspects,

Bocc.Ch.ARG

— sccCoarG  Morphological and molecular similarities between
BoccMGBRA  these species we suggest to cluster them iio a

Bocc.MS.BRA

sgrsera  tenagophilacomplex. However, reproductive iso-

Btg.RS.BRA

By Sa Uy lation experiments should be performed in order
. . o to ilucidate this point. The present study shows that
UPGMA dendrogram dBiomphalaria t. tenagophiléBtt.),B.  PCR-RFLP analysis of the ITS region is a promis-

occidentalis(Bocc.),B. t. guaibensi¢Btg.) constructed using ; f : . . _
the PCR-RFLPs profiles produced with seven enzymes. THEY approach to investigate the relationships be

numbers shown on top are indices of similarity. The letteriV€en closely related speciesRibmphalaria

refer to species and localities from which the snails originate.
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