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RIASSUNTO

Le PAGs (glicoproteine associate alla gestazione), sintetizzate a livello
placentare dalle cellule binucleate e liberate nel sangue materno
dall’annidamento fino al parto, sono state identificate in alcune specie
di ruminanti e la loro presenza in circolo € un affidabile marker di gra-
vidanza e di benessere fetoplacentare. La presenza di proteine analo-
ghe alle PAG nelle bufale gravide ¢ stata dimostrata mediante anticorpi
eterologhi. Si € voluto percio tentarne la purificazione utilizzando la
metodica classica seguita per le altre specie, a partire da materiale
placentare bufalino. I risultati ottenuti confermano nella bufala la sin-
tesi placentare di proteine PAG-like. ma indicano anche che la loro
quantita & assai pil bassa rispetto a quanto gia osservato in altre specie
di ruminanti domestici. A causa di ci0 per completare il lavoro di
purificazione sono gia in corso ulteriori ricerche partendo da una piu
abbondante quantita di materiale biologico.
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INTRODUCTION

The PAGs (Pregnancy-associated glycoproteins) constitute a large
family of glycoproteins synthesized by trophoblast binucleate cells and
released in the maternal blood circulation after implantation until birth.
They have been isolated from the placenta of various ruminant species.
The PAGs physiological meaning is not yet clear. They are released in
maternal blood and are supposed to exert an immunodulatory role
besides antiluteolytic or luteotrophyc action. In 1982 Butler et al. (1)
isolated the pregnancy-specific protein B (PSPB) from bovine placental
membranes. In 1991 Zoli et al. (2) purified a pregnancy-associated
glycoprotein (PAG — later designed bPAG - 3) from bovine fetal
cotyledons. Molecular cloning studies showed that the PSPB amino
acid sequence was homologous to that of bPAG] (4). Antisera were
raised in rabbits to PSPB (5) and to bPAG! (6) and specific
radioimmunoassay were developed. The detection of these placenta-
specific antigens in the serum can be used for a confiable pregnancy
diagnosis and as a marker of fetal well-being. Recently, the pregnancy-
associated glycoproteins were isolated and characterised from caprine
(7), ovine (8) and zebu placenta (9). In previous works, we demonstrated
that the RIA method utilised for bovine and caprine species. it could
detect antigens analogous to the PAGs-PSPB in the blood of pregnant
buffaloes (10). The aim of this work is to describe the isolation and
partial characterization of buffalo PAGs, The purification of buffalo
PAGs could allow to set up a specific and highly efficient RIA method
which would permit to study the PAGs blood concentration and its
trend during the pregnancy and to have a confiable pregnancy test in
buffalo species.

MATERIALS AND METHODS

Isolation. Placentas were collected from pregnant buffalo at slaughter
or immediately after caesarean. The fetal cotyledons were dissected
away from caruncolar tissue, extensively washed with 0.9% NaCl and
stored at —20°C until use. 1298.4 g of cotyledons were thawed, finely
minced and homogenised with a hand mixer in 10 mM potassium
phosphate buffer (KH2PO4 + KCI, 100 mM, pH 7.6). Protease
inhibitors were added at the time of homogenisation. The homogenate
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