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ABSTRACT

Optimal conditions to amplify 58 bp target DNA bascd on PCR  from Holestein Fricsian
cattle were compared in order to improve the PCR technique for BLAD detection. Optimal
factors in 50 pl PCR reaction contained 1.5 mM MgCl,, 0.2 mM dNTPs, 12 piMoles of
each PC 01 (3° - TCCGGAGGGCCAAGGGCTA -5°) and PC 02 (5-GAGTAGGAGAGG
TCCATCAGGTAGTACAGG-3’) 3 U Taq DNA polymerase, and 150 ng DNA template. The
PCR were performed for 40 cycles with denaturation at 94 °C for 20 seconds and annealing at 69
°C for 15 seconds. One hundred DNA template from Holestein Fresian cattle gave 58 bp target
DNA from PCR technique. The target DNA was cleaned with phenol:chloroform:isoamyl
alcohol (25:24:1) before digested with 5 U Taq I . The product of digested with Tagq I yeilded
32 and 26 bp for all DNA samples from 100 Holestein Fresian cattle, indicated that all DNA
did not have point mutation in nucleotide on gene encoding CD18 glycoprotein that caused

bovine leukocyte adhesion deficiency(BLAD). It was concluded that the PCR technique with

.



the optimal conditions resulted from this study could be used for detecting BLAD  in Holestein
Fresian caltle, and all the 100 Holestein Fresian cattle studicd were not the heterozygous

recessive of BLAD.



