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APPENDIX 2: The Calculation of Annealing Temperature

;I?ﬁljiﬂlk‘[ Sequence
Bovine Forward 5.CCCGATTCTTCGCTTITCCAT-3'
Reverse 5-CTACGTCTGAGGAAATTCCTGTTG-3'

Reverse 5'-CGTTTGCATGTAGATAGCGAA

Tm=2 C (A= )4 C(G=C) Vz

Bovine Primer Porc zn cr'

“Porcine  Forward 5'-CTTGCAAATCCTAACAGGCCTG—;"2
;'-C J'

Forward Forvag \g.
Tm =2°C (2+8) +4°C (2+8) = of°c @) %NT (4+7)
=060"C =0 " .i‘)
4 i
Reverse ﬁs\ Y?’
Tm =2 °C (5+8) + 4 °C (6+5) \, Ti 2 c@» ) +4°C (6+3)
=705 \G) 60&€

Means = (60 °C + 70 °C) / 2 \M
=05 (8 ) o
‘e Ly,

Ta =006 \ ,Aj’l‘& ke
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