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ABSTRACT

tudy. attempt has becen made to use enzyme linked immuno sorbent assay (ELISA) for the detection of
ins in the sera of pregnant buffaloes. The blood samples from pregnant (n=23. 30 days post insemination
it buffaloes (n=10) were collccted by jugular vein puncture and indirect plate test and dot ELISA was
yrotocol using hyper immune sera raised against purificd fractions of reproductive tluid from pregnant
extracts as a primary antibody solution. The optical density in indirect plate LELISA ranged from 0.515
327 to 0.710 (Mean 0.5362) for pregnant samples and from 0.251 to 0.469 (Mean 0.338), 0.209 to 0.350
nant sainple using the anti- puritied fraction of reproductive fluid and placental extract sera separately.
iled higher OD values for pregnant scra samples indicating presence of some proteins associated with
sles. In dot ELISA. out of 25 samples from pregnant buftaloes, positive color reaction was observed in 20
amples using anti-purified fraction of reproductive fluid and placental extract sera scparately. however, no
iserved 1 9(n=10, 90%) non pregnant samples. It appcars that pregnancy associated proteins can be
gnant buffaloes further purification of thesc proteins may enhance the accuracy
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sonomic value. The per-rectal
al tract, hormonal assays and
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1991; Iniguez et al., 1995). The
lacental origin in the maternal
'y diagnosis in cattle and for the
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8). The accuracy of pregnancy
regnancy specific protein (PSP-
i reported to be more than 90%
iblot et al., 1989). Pregnancy
seen characterized in buffaloes
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and as such no information is available on the detection of
pregnancy using conceptus based substances. In the present
study, attempt has been made to use ELISA for the detection
of pregnancy-associated proteins in the sera of pregnant
buffaloes.

MATERIALS ANDMETHODS

Collection of sample : The blood samples from pregnant (
n=25,30 days post insemination till term) and non-pregnant
buffaloes( n=10) were collected by jugular vein puncture. The
sera were separated by centrifugation (1500 x g,4°C, 30 min),
aliquoted and stored at -20°C until assayed. The pregnancy
in buffaloes studied was confirmed by rectal palpation 60 days
post- insemination.

Enzyme Linked immuno sorbent assay (ELISA): The indirect
plate test and dot ELISA was used for the detection of
pregnancy associated proteins in test sera as per the protocols
of Hudson and Hay (1989) and Tripathi et al. (2001) with some
modification. The pregnancy associated proteins in buffaloes
were identified and purified from reproductive fluid of pregnant
genital tracts and placental extract separately and hyper
immune sera raised against purified fractions was used as
primary antibody in the present study (Singh etal., 2000. 2001).














