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Abstract Introduction
Vi fines recanlly produced Siflerent anEsers aoRinsl FAGs solated
o placemias collacisd at daya 8045 100 of gastation (RE05 1o RBIN
ared at lafer (+ day 1009 siages of pregnancy (R7T7TH and RTHI). The
aim of this siudy was o validain teo homologous RLA sysinss
Arisars RTB0 (againsl owPAGET+SS) and RBO5 {againsi
PR GERET ) wirw uied i R1AT s RIAZ naspactivaly. Thi spocifc
actity of the traces wes 14,500 Ciimeasl. The mirkisl dedscion bnds
of FiA1 and RL&-Z wens 0.2 ngiml and 0.3 ngimi, reapecively. The
iniar-assay OV of sampias with low (1.0 ngimi), medum [2.5 ng/'mi)
e higgh (4 01 gl PG COMCRNYTREONS wirs 13%, 125 and 7% jor
Bl T and 1%, 11% and 55 for LA 2. raapactiedy, This in¥e-assey
TV wane 3%, 6% and 9% for FIA 1 and 0%, 8% and 5% for RIAZ. in
samples witi 1, 2.5 and 4 ngémi of PAGS, respectively. The recovery
mingad from G5% i0 1128, Mo oross-sacion was chsersd with
sbuTin and oiher of asparic p family: rmnin
cathepain [, pegsincgen and papsic tesmd §1 10,000 ngml in
conclusion, $e fwo homologous RLA mysiems developed in this stady
W SaMsHve and specific for the defecion of ovine PAGS

Piscericran

Materials and Methods

Antigen production

Purification schems invoheed sequential DEAE-cellulosa
chromatography, gel filtration and CM ceramic [1,2]. Two
fractions were proven to be interesting by means of
Western blot. They were used to produce two different
antigera

Antisera

The origin and the characteristics of the antigens used

to produce the antisera are summarized in Table 1. Three adult rabbéts [2-4 kg)
were immunized according to the method of Vaitukaits et al. [3]. The protains
weare reconstituted in distilled water, emulsified in an equal volurme of Freund
adjuvant, and then injactad info a rabbit. Injechons wara given infradermally at
multipla sites along the back, which had previously been shaved

The rabbit received boosts of fresh Bt CR R, HE
anligen at one week infervals. Three hnbm. i i L Qe
weeks after the first injection, blood was

collected from the marginal ear vein and

gllowed to clot for 12-24 h at room

temperature, the sara obtained wera

removed and stored at -20°C wntil

assayed.

Tracer
A purified preparation of ovPAGE1+58 was used as tracer after iodination [4].

Tabig 1: Antizera used in RIA-1 and RIA-2

Charactenstics

Ihocession

Arfigen H-taminal sequence [ number |

|
. - :
o1 [RTB0 | ovPAGgr.s | ISSRVSXLTIHPLRNIMDML | PR3N3 | 4174555
RGSNLTIHPLRNIRD | PEMA4 45,4850

Ri? | FBOS | ovPiZy, | RGSHLTIHPLRNTNDIDY | PAMSS | 40,4187 458,51
| | s
RGSNLIHPLRNIRDTFVGNIT| PAMS4 | 41,47 4851 ;5482
.

7« RIA procedure

The assay's incubation was performed under equilibrium conditions during 18
howrs at room temperature. Frea and bound fractions were saparated using
Tris-BSA (0.4%) buffar containing PEG (4%) and an anti-rabbit IgG serum
The reaction was allowad for 30 minutes. After centrifugation the supematant
was discarded and the radioactivity was determined in all the tubes with
gamma counkar.

RIA validation

The sensitivity of each RIA was determinad as the mean of 20 Bo values
minus 2 standard deviations. The precision and reproduciility wane
determined by evaluating the intra and inter-assay coefficient of variation
(CWV).

Bibiliography

| Pregnancy-associatad glycoproteins (PAGE) are synthesized by mono andfor binucleate trophoblastic cells.
They constitute a large family of aspartic proteinases, showing a greatest sequence identity with papsinogens.

. PAGs are interesting for both scientific and economic reasons in the framework of livesiock breeding
programs. The detarmination of PAG concentrations in the maternal bloodstream is the basis of tests for
pregnancy diagnoszs of follow-up.

| Production of new antigens isalated from sheep placentae at two different stage of gestation can be usaful for
the developmant of homaologous radicimmunaassay (RLA) systems.

The present study describes the davelopment of two sensitive and specific double-anfibody RIAs for ovine
PAGs previously solated from foatal cotyledans.

RiAvalidation (cont'd)

Inter-assay precision was assessed by determining he
coefiicient of variation of repeated measurements in
seven differant assays of three serum poocls with low,
medium and high concentrations of ovPAGs. Inira-
assay precision was determined by repeated
measurements (n = 10) of these same three ovine
serum poals within one assay.

Accuracy of measurement of ovPAGS in 2erum was

datermined by assaying known amounts of ovPAGs
(0.5; 1; 1.5; Z; 2.5; 3 and 3.5 ng/ml) that had been added 10 ovine serum
containing no ovPAGS.

Specificity of RlA was evaluated by assaying for ovPAGs in solution of various
proteins of protease family and peols of sera from pregnant and non-pregnant
ewes. The following aspariic proteinases were testad: pepsinogen, pepsin,
rennet, rennin and cathepsin D.

The tracer specific activity was 14,200 Cimmal, allowing a highly sensitive
RIA with & non specific binding lower than 2%

The final antiserum dilution were 150,000 and 150,000 respectively for R780
[RIA-1) and REDS (R1A-2).

B #| The minimal detection limits of RIA-1 and RIA-2 were 0.2 ng/ml and 0.2 ng/ml,

respactivaly.

The inter-assay CV of samples with low (1.0 ng/mi}, medium (2.5 ng/ml) and
high (4.0 ngémi} FAG concentrations wera 13%, 12% and 7% for RIA-1 and
1386, 11% and 5% for R1A-2, respectively.

The intra-assay CV were 3%, 8% and 9% for RA1 and 8%, 9% and 5% for
RIAZ, in samples with 1.0, 2.5 and £.0 ng/ml of PAGs, respectively. The
recovery ranged from 5% to 112%

Cencerning the speciicity, no cross-reaction was observed with albumin and
other mermbers of aspartic proteinase family (renin, cathepsin D, pepsinogen
and pepsin) tested till 10,000 ng/ml. In non-pregnant animals, PAG
concenirations were lower than 0.2 and 0.3 ngfml, respectively for RIA-1 and
RIA-Z.

Conclusion

In conclusion, the two homologous RIA systems developed ;
in this study were sensitive and specific for the detection of ovine P:ﬁ'G:.

Perspectives

Further investigations are in progress to evaluate these two RIA systems for
early pregnancy diagnosis in blood and milk samples and for prediction of
zingle or multiple gestations




