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in Bos taurus taurus and Bos taurus indicus
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Introduction

In 1861, Zoll of al. purifed & pregnarcy-aRsotites giespmisn Som bovine Sstal cotyledons (PAG |aber
desigrated bFRG1]. In the same year, moleoular biology studies showed That PAda Dalong 19 ©e Ssganic
protainass tamiy s papsincgen, renin, chymaosin, cathegesn 0 and (e etal, 1881). Tha bPAGT showesa
moleoular waight of 7 kDa and four isofomms with cifenent pis (5.4, 52 4 S8 4.4), Thess givcoprotsing can
b cmteced in the matemal Groulation by wesk 2 afier breeding and Nave boeen comertly uied A @ gestEton
TNETkar i Cows [Taissral @l TR Dolistal |, 1962

The bPAGE, infaly solsied by Bockers oi al. (1988} &3 & bowitm chofioric Tpin, wae bsber
efmracieried by Xin ol al. (1964} 8 an ofher bovine pregrancy-assodaing glyooprolen presering 8 birning
silp o> tha LH recapion. This giysoproten ia ﬂﬂ.lﬂbm relmiad 1o BPAGY (57 5% aming ackd sequenos
smilarfy| and ssems o be w e ol A, TR
Mwamummnmmmmsmmmlmnl 1995] and goat {Garkays &
al, 1998}, Tre characiarization of tha capring PAGS rvealsd 3 dflerent forms having molescular weights of 55,
58 3952 kDla, and deferem aming ackd

Wirncrenr, fine sambers of the BAG famiy wene idensfied by molecular dioning of cONA in horses (Graan e
al, 1699), pigs {Ezafranskastal, 1995), Tetvad (Giretal | 1957) and Gate{Gan stal, 1997

.Pmmmlm Fﬁﬁsm bﬂmqul aspartic proteinasa Tamily, mesl of Fam Sre considensd fo be

amund ther active sie [0 ot al | 1961). With regand o PAG

uprl-mmh pariad, malpsler Bislogy sudies showed $at it can vary spaially and
mm%uiﬁmmuu_m

The aim of this study was 1o compare crude placental extracts of B. taunus taurus
and E. faurus indizus and purified BPAGT against two different antisera by means
of Double Radial immunodiffusion (DID).

Materials and Methods

1. Arvtigans and antisera:

1.1, Ardiguna:
A Piacental exfracts snd porfed BPAG1:
Apprormately $00 g of fith month aged cotyledons from B. Wus @i and 5. Buus inSos wirs uisd The
DS s Wit MOl & ROMISENLE G with & Fond mmee in 50 misd phosphas buffer containing FMER (0.2 mko)
and EOTA [[.2% wov), with rartio of bulfar I fssue of 501 [vw). The Fomagsnats was simed cesmight. i was
the certrfuged ot 27 000 X g for 1 h, and the pallet was dscarded. Tr Sispamatan wes Sayzed agani 5
mM ammonium earbonale (oH 78), eghiized and the firal powder sionsd of 4°C. Thae aniigan preparadon
SRS O°E SUMMETZEd in AU 7. Thi dry DOwar o placaivial asias wis conitiyted o8 conosmraion
of 20 mgimlin phasphate buffer belore use InDID.
Criy 2 pure proparation of BPAGT was used & sandsd (T | e e
BPAGY was not avalable as purs preparstion; Beckers et al Weshing i Mol PR
OSSR Xia ol &l TO04) This artiger was dided in phasphse Eximnation | phoaghats beller |
burfer fo obiain & conosmiraiion of 1 mgmi | o= Coma s P
B Aluming Cantriguson | TG Th )
Tha boving and porcins abusing (B3 and PEA) wes used i Bupniputent
control the speciicty of the andsera. This profing wian dissoivad
i phésphate tuffer o cbiaina concantration of 1 mgisl and Tan
insiod Dgainst il (ha anksers

1.2, Antisara: Lpprease

[

Carrrbaguiion | M0E g 1w |

A Antizera againsi DRRGS Figurs 4; Proiocsl of aviges sreparasn
T greded of prlisers sored i e Dapartment of Physclogy of I
Reprodtcion of Linkvarsity of Liigs wara Lsad in this sty Tabke 1. [ Reateamiuiel | towp mdwss

Table 1: Grougs of antsera tesied and their origin —
Tha first groun of antisera (antHoPAGT) wis rabed in mabbits | . o % Tdbui tn
previously immunissd wit puriied BPAGT. The second group I
(ant-bPAGY) was produced agsinst sami-purified bRAG2 T %
proparation. A1 ha aniara wars sbelined in RSt aconling to | e i

i%

———___}
| Bokornaeat s

he method of Vaituicaltis [1571). Tha rabbits ivad injactions of

500 g of protein homogerined & 2-wk inbrrvals and wers bisd 3
mioniths after tha first imeTwnization

E) Antisera agans: albumines:

Antigary aganst B34 and PSA wers used bo venfy f the reactions bebenen ant-oPAG and o padania
EiTaCTs Wans Nol Cisa 0 ihe albuming SRNaminaton it the axdrec with. Thess antisam wens obtainsd by T
£3Me prolocs] descrived above.

T Druble Radisl immuncdiffosion | Cucheeony, 18449):

An agarces soluion of 2% in vercral bufler was pooned onio e micrehenps sides. and after soliciication,
0.5 e Sarmeser sl wars oot with s T-eel culer. Afler ling Te samplos in tha walls, T shdas wers i o
stand for 24 [ in the wal chambar. The sclubla proleing war than weahed oul by 2 changes in 0.8% Nall
Schation and By 2 changes in distilsd waber. The shoos wane sinined wih Coomaasia e [R50 acluion far ¥
rin and i Ecaks S8in waS washed cul by repsated changes in ethanol:acalic acid cistied watar (415

Tasha 1: Grenza of irtuecs soded and e ooghn

FTusin: Seim 2.3 Deasbla raciad imrmuscdiffusos - Qualtesf Test

This tsed wes umed %0 compans purfied BPAGT med ok

1. Condrol of antiserum specificity:
ESA and PEA [dmiarot shown ) did not cross-reectwith any of the antisans (anti-FaG and 2) Figuns 42 b thiy
& B

rerki-redcied caary wih ant-854 and ant-PEA_ respectively [Figone 48).
2. Comparison of placenial extracts and bPAG1

b vl BRAG syslam (Figure 54, Sane wid one Sear srecipilsion ine batesen e purifisd PAGT proten and
antibFET. This ling s aleo osanad with plesamal sdrssts of 5. s s and 5. s fSos. O
G concening lne -ciceer io the central wedl- wes aiso cbserved for both exiracts.

Inithe BPAGE mysiem [Figeve 587 no precipiation ng apraansd with tha pum bPE 1 end anti-bPAGE2 condiming
i imeunalegesl difaencs Bebessn P fwo BAGs. Whan placertal axdracts wens compansd 2. Ssuns mdicus
R DN DT ) e e Y L 1L o S .

Flgurs &, i Bcth sldas (4 and B)
the BEA wis Tllad in tha ceniral
well. Perpheral wels ware Shed
ity ] dubons (10 102
18 18 118, 132 of the
e ant-oPAG {2 48T B.g.)
(Frge 4A) and ar-B158 (262
B ) Figere 48]

Figure §: The central wals wara
fled with non-diufesd andl-
BPAGT anisenus (A) and with
dllul:l-l‘.l [1:4) anb-bPAGZ

antiserum | B Paripheral welsin
& EPAGT systarm) and@ I:bPMH
sysiem) wom Thad with cnada
placaral sxiracs from 2 tourus
indes (&), B, Wuns e )
and PG purified (o).

Conclusions

In conclusion, B. taures indicus seemad io
b similar to B. taurus taurus in the bRAG1
system, while appearing differant in the
BEAGZ system.

The clear difference concerning the
BPAGE s worthy for further investigations
using the S0S-PAGE and Westem blotting
methods.
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