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Figure 1. Standard curve for the radioimmunoassay of
porcine pepsinogen.
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Pregnancy-associated glycoproteins (PAGs) have been
isolated from the placenta of various ruminant species
in the recent decade. Molecular biology studies showed
that these glycoproteins are inactive members of the
aspartic proteinase family (Xie et al., 1991). Radio-
immunoassay developped to detect PAGs in biological
fluids (Zoli et al., 1992) became important tools for
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establishment of pregnancy diagnosis and pregnancy
follow-up. As the PAGs share a high sequence homology
with each other and with the other members of the
aspartic proteinase family: cathepsin D, E chymosin
pepsinogen and renin, in the present study the specificity
of three commonly used RIA systems was tested.

In the three RIA systems 67 kDa PAG preparation
was used as tracer (labelled with !25Iodine according to
the lactoperoxidase method) and as standard. In RIA 1,
the antiserum was raised against 67 kDa PAG purified
from bovine placenta. In RIA 2 and 3, antisera contained
antibodies against cPAG 55+62 and cPAG 55+59
previously isolated from caprine placenta (Garbayo ez al.,
1998). Serial dilutions ranging from 10 ng/ml to 1 mg/ml
prepared from pepsin, pepsinogen, rennin and rennet in
Tween Tris buffer were tested in the three systems in
comparison with the PAG standard used for assays.

There was weak inhibition of binding caused by
the four preparations examined in the concentration
range of 10 ng/ml — 100 mg/ml. Pepsinogen caused a
mild inhibition of binding in RIA 2 system at
500 mg/ml (B/B;=92.81%) and | mg/ml (B/B,=
90.07%) concentrations. In the case of pepsin slightly

100
80 e
] -+ B/By Standard Curve
= B/B, Pepsinogen
60-] + B/B, Pepsin
~~ B/By Rennin
-+ B/Bg Rennet
40-1 N
] RIA 1
20- . NSB/T, = 0.009
1 B,/T.=0.310
0 S S S —
102 101 1 10 102 108 104 105 106

Concentration (ng/mi)
Figure 1. RIA 1: inhibition of binding by pepsinogen, pepsin,
rennin and rennet.
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Figure 2. RIA 2: inhibition of binding by pepsinogen, pepsin,
rennin and rennet.
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Figure 3. RIA 3: inhibition of binding by pepsinogen, pepsin,
rennin and rennet.

stronger inhibition of tracer binding could be observed
in RIA 1, 2 and 3 at 1 mg/ml concentration (B/B,~
92.55%, 87.86% and 90.86% respectively).

In our experiment only pepsin and pepsinogen could
decrease the binding of the radiolabelled PAG tracer to
the antibodies, and were able to slightly crossreact with
the antisera used. As the pepsin, pepsinogen, PAG are
belonging to the aspartic proteinase family, the binding
inhibition caused by the pepsin, pepsinogen can be
explained by sequence identity between these products
(by the ability of the antisera to recognize epitops having
the same amino acid sequence). It is also possible that
the enzymatically active pepsin (or the activated
pepsinogen) attacks the radiolabelled PAG molecules
in the solution during the incubation phase of the assay.

In physiological conditions the levels of pepsin and
pepsinogen in biological fluids never reach the
concentration range where these enzymes were able to
crossreact with the antisera, so that RIA 1, 2 and 3
systems can be considered as specific for the detection
of PAGs in the range of concentration in plasma or
serum as reported in the literature.
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This communication reports 3 study of the effects of
two anticoagulants and body condition score (BCS) on
the blood concentration of insulin¥jke growth factor-1
(IGF-]) in dromedary (Camelus droxgedarius). Three
blood tubes (serum, heparin, and EDTAanticoagulant)
were taken from the jugular vein of twhpty suckling
dromedary females (Maghrebi breed) which were
divided into two BCS groups (BCS was 5.2% 0.9 and
38+0.6 in group 1 and group 2, respedi
P <.0001). Females were at 3 to 5 months postpasum.
Bloods with anticoagulants were immediately
entrifuged while serum samples were centrifuge¥
aler an incubation of 3 h at room temperature. Serum
andyplasma were conserved at — 20°C until assays. The
seruth, and plasma IGF-I concentrations were
measurgd by a double-antibody RIA procedure. IGF-
binding *proteins were removed by acid-ethanol
extraction. ¥Concentration of IGF-I in samples with
heparin was Ng iificantly higher (P <.0001) than IGF-
I in serum and _ EDTA samples (68 T+42.6 ng/ml

d rum was significantly
. £ 2.9 ng/ml in group

noted

concentration of IGF-I is higher in ammal with
body conditions score.
(This research was supported by the IRA (Tunisia) akd
the DGCI (Belgium) cooperation grant).




