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A single strand conformational polymorphism in
the bovine gene STAT5A
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iption: i
epithe sile is ited by the a ted
though the STATEA d Activator of Tran-
seription 3A3 peole STATEA-deficient mice developed
normally, mamman veoldr develepment during pregnancy
was lepeded, and females failed io lactate afrer parturition because
of & fatlure of termiinal differentistion’, Since the STATEA protein
has a central rele in this pathway, the STATSA gone s a candidate
gene for dalvy cattle quantitative talts, A microsatellite wag
described in an intron of the gene’. Howsver, there jor alinles
(frequencies from 078 to 0-94} in several breeds® which are likely to
limit the utilization of this marker. Addi nal polymorphism is
necessary o help to investigate the role of STAT5A in milk
preduction trait variation. A PCR fragment of 705 bp was amplified
[rom genomic DNA and cloned, The fragrent was sequenced and

Fig. 1. SACF in &

s the entire SH2 domain of the STAT5A prot {GenBank

Fu79368), Prime s designed that amplify 370 bp of

s SHZ domain ¢ 1 Single Strand Confarmational pelymerphism
P was chara el

BCE prtmers:

PCR condi iis: The polvmersse chain reac-
tions were performed using 50 ng of DNA in s buffer confain-

ing 10 my Tris—HC] pH 863, 50 mw KCL ga01% gelatin (w/v),
L5 mm MzCUl,, 63 unis of Ty polvme {Promiega, Madison,

36 M of dOTP, dCTP and 41TP, 3 s of dATP and 3.3
T AATE (3000 Cmn, and 2 pu of STATS-3 and STATS-R
A touchdown PCR protocn] was o Zmin at 894 °C,

les for 308 at 84°C, 305 @ 72 °C and decreasing of
-5 70 every cycie. 30 5 al 72 °C. followad by 24 cycles for 50 s at
94°C, 30 s at 65 °C, 305 al 72°C. A fnal extension step was
performed at 72 °C for 10 min, The PCR fra
on poivacryiamide gels (06 TOE buffer, Bt ) 3
cerol} and run af room temperatare ot five watts sonstent for at loast
16 h.

Polymorphism: INA of 20 offspring from seven families and their
respective parents were used in PCR reactions to confirm the

Mendelian inheritance of this polvmorphism (Fig, 1),
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region 1-1 of the bovine aromatase gene {CYP19)
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Sovrce/description: The CYP1g gere encedes for the key ENEYING
of estrogen biosynthesis, aromatase oytochrome P4sg 2, “Phe
expression of this gene is directad by separste, tissue specific
promoter regions *°. g the bovine one of those is promoter region
11 which is mainly active in the plagenta. Two primer pairs were
derived fram  this region (EMBL  accession pumber Z64241).
Amplivons were pgonerated from differens animals and screened
fer polymorphic sites by direct sequencing (ABI 2100, Parkin Elmer,
Wedterstadt, Germany).  Three polymorphisms  located  with.
in restriction enzvme recognition sites could be identified (Table
1L

Chromrosomal location: The bovine CYFPig gene, including the
placenta specific pramoter 1.1, Las boen physically mapped o band

426 of chromesome 19 %,

PCR/AFLE assays: PCR-amplifics
reaction mixnire containing
DNA; primers, 500 nm each: d
HCL pH o 9-0; 50 5o KO 105 mw MgCl,;
B2 mgiml; Tag D Palymerase {App
Germanyl, 625 units. The PCR pu
2 min. This was followsd by 30 0
3¢ s and 70 °C for 2 min. The last P
10wl of the PCR products wers «
of the following rest ;
BEL assay: 83 s Tris-acetale, pH 7-8: Keqoat

LT, 5 mw; 37 °C for 14 h, {2} Bs
Trig-HCI, pH 74 MpCl., 10 mme
Cfr131,2 unit
acetate, 10 nmy K
14 h. Restriction fr

fong w performed in 25
following: 20-100 ng gefaomic
TP, 200 pm each; 14 mm Trig—
Triton X100, 041%; BSA,
e/ONCOR, Haic

R st

to 10 pl of ane
x50 {13 Pvull, 2 units
56 v Mg

2 units per
BSA,

a58a)
mi; 65 °C for 64 %

tate, pH 7€
mby 37 °C for

1818 wore subsequently
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