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P605 SEA CRCHIN BUTANOL EXTRACTED PROTEINS 
INVOLVED IN CELL CONTACT. 

Daniele P.Romancino, Sal%atore Perriera, Giulio 
Ghersi, Angela Bonura, Giovanna Montana and Marta 
Di Carlo. Istituto di Biologia dello Sviluppo 
C.N.R. via Archirafi, 20:, 90123 Palerno ITALY. 

Cell contact represents one of the most foundam - 
ental nurphogenetic and histogenetic processes for 
the dexelopnent of rmlticellular organisms.The cell 
surface mznbrane proteins are responsable of this 
phenonenon.To study sea urchin cell surface protein 
sye isolated two cDNA clones called bepl and bep4 
(butanol extracted proteins) from a gtll cDNA lib5 
ary screened with polyclonal antibodies against sea 
urchin butanol extracted proteins.These two clones 
are members of a rmltigene fadly and are transcrib 
ed by maternal RNAs.By deduced aminoacid sequences 
they show two well conserved dowins surronding a 
single specific part.We inSerted the single parts 
of bepl and bep4 i'n the pex31 expression vector.The 
fusion proteins obtained called lCl(bep1) and 4Al 
(bep4) were utilized to produce polyclonal antibodi - 
es and the corresponding Fab fragmnts were used fo - 
r reaggregation assays.The results show that bepl 
and bep4 transcribe for proteins involved in cell 
contact during the early dexelopnent of sea urchin 
embryos. 

P607 DNA SEQUENCES FOR UVOtlORULIN ARE 
DETECTED IN INVEBTEBPATES.~ 

G. Ferina, A.M. Pirrone, H. Di Carlo, C. 
Costa, G. Ghersi and kl.L.Vittorelli. 
Department of Cell and Dev. Biology and 
Inst. of Dev.Biol (CNR) Via Archirafi 20 
Palermo. 

Uvomorulin (E-Cadhherin) is a CAM 
protein described in 1977 by Kemler et al. 
(PNAS 74.4449) which is involved in the 
compaction of mammalian embryos. 

Until recently the presence of this 
protein in invertebrate embryos had not 
been described. Our immunological studies 
however have detected a protein having 
cross reactivity uith antibodies against 
mammal ian uvomorulin in embryos of the 
sea urchin Paracentrotus 1. uhere it 
appeares to be involved in cell adhesion 
and embryo compaction (G.Ghersi and 
M.L.Vittorelli Cell Diff. and Dev. 31 in 
press I. 

Nou, using the probe F-5 for mammalian 
uvomorulin (Ringuald et al. 1987 EHBO J. 
12.3647) ue have screened a cDNA library 
prepared from Paracentrotus 1 ividus 
embryos at the morula stage obtaining some 
positive clones. In the fruit flies 
Ceratitis capitata a Southern-blot with 
the same probe shous some bands of 
hybridization. 

In both animals experiments are in 
progress for the identification of genes 
and for the analysis of their expression 
at different developmental stages. 

P606 TEEoLIcXJHElucI~TToFToPosCnEs IS 
RssmIAL FOR THEIR SIC EFFECT. 

Giovanni Scaturro, Melchiorre Cervello, Francesca 
Zito and Valeria Ma'cranga. Istituto di Biologia 
dello Sviluppo CNR, Palermo, Italy. 

The biological activity of toposomes in mediat- 
ing cellular adhesion and determining positional 
guidance during embryogenesis has been fully docu- 
mented by a morphogenetic cell aggregation assay. 
Studies on the molecular structure have shown that 
the toposome is composed of 3 major non-covalently 
linked subunits having an apparent molecular mass 
of 250, 180-160 and 80 kD, designated bands 1,2 and 
3 respectively. In order to estabilish if the oli- 
gomeric integrity of toposomes was essential for 
their function, we tested the biological activity 
of each subunit on cells dissociated from sea ur- 
chin blastula embryos. Bands 1, 2 and 3 were sepa- 
rated on SDS-PAGE under non-reducing conditions, 
electroeluted from the gel and used for the bioas- 
say after detergent removal. An enhancement of cel- 
lular aggregation was observed after 3-5 hours, and 
the presence of a smooth epithelium on ciliated 
reaggregates was recorded in 24 hours. For longer 
observation periods,4-7 days, very few reaggregates 
develop skeletal elements. in contrast to those 
that were supplemented with native or reconstituted 
toposomes. These results show that although each 
subunit enhances reaggregation of cells, the devel- 
opment of the newly formed embryoids is highly in- 
hibited, suggesting that the oligomeric integrity 
of toposomes is needed for their function. 

P606 INCREASED ADHERENCE OF HUMAN DIABETIC 
PLATELETS TO VALVULAR ENDOTHELIAL CELLS 

Ileana Manduteanu, Maria Calb and Cristina Lupu 
Institute of Cellular Biology and Pathology, 
Bucharest-79691, Romania 

Valvular endothelial cells (VEC) were cultured 
in enriched Dulbecco's modified Eagle’s medium (I. 
Manduteanu et al., J.Mol.Cell.Cardiol. 1989, JO-: 
103-118) to which either lo/,, or 4'/,, glucose was 
added. Platelets freshly isolated from 19 normal 
and 14 diabetic patients (glycemia = 160-260 mg"/oO) 
upon radiolabeling with 3H-adenine were incubated 
with VEC for 30 min at 37°C in a humidified atmo- 
sphere of 5% CO2 and 95% air. After rinsing with the 
incubation medium (8.6 g/l BSA, 140.3 mM NaCl, 5.8 
mM KCl, 27 mM CaC12, 16.3 W Tris, pH 7.4) 3 x 5 min 
the number of attached platelets was estimated by 
liquid scintillation counting. The observations re- 
vealed: (i) a 2.4 fold enhanced adhesiveness of 
diabetic platelets (DP) to VEC grown in 4"/,, glu- 
cose as compared to normal platelets (NP) incubated 
with VEC grown in 4'/,, glucose (p = 0.0003); (ii) 
a 2.07 fold increased adhesion of DP to VEC in 
4"/,0 glucose comparing with NP adhesion to VEC in 
lo/,, glucose (p = 0.0005); (iii) a 2 fold enhanced 
adhesion of DP to VEC in lo/,, glucose as compared 
with NP incubated with VEC in 4"/00 glucose. Our 
results suggest an increased adhesiveness of 
diabetic platelets to cultured valvular endothelial 
cells. (Supported by the Ministry of Education, 
Romania and by NIH Grant HL-26343, USA.) 


