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[bookmark: _GoBack]S1 Appendix.  PCR master mix calculation sheet indicating final concentration and volume addition of each reagent.
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Generic Single Marker Agar-MAMA canSNP PCR Master Mix
PCR master mix:

1|Number of reactions to analyze
20|ul  Total volume per reaction

2|ul DNA per reaction

Any Single Marker
Reagents: Start Concentration Final Concentration Volume to add

PCR Buffer 101X 11X 2.00{ul
MgCly 50|mM 2|mM 0.80{ul
dNTPs 5|mM 0.3|mM 1.20)ul
Platinum Tag DNA Polymerase 5|Unul 0.08|Ulul 0.32]ul
Forward 1 (Ancestral) 10{uM 0.2|uM 0.40ul
Forward 2 (Derived) 10{uM 0.2|uM 0.40ul
Common reverse 10{uM 0.2juM 0.40)ul
Molecular Grade H,0 q.s. 12.48|ul

Total Reaction Volume: 18.00 ul

PCR Thermalcycler Steps:

1. Hot Start: 94°C for 5 min.
PCR Cycle v
2. Denaturation: 94°C for 30 sec.
—

3.Annealing: 60°C for 30 sec. — S

o - Se g
4.Extension: 72°C for 30 sec. e & 2
5. Cycle Repeat: Go to Step 2 34 more times| T 8 o

Final Extension e ©

6. 72°C for 5 min. -
7. Holding for any given time 14°C forever o

8. End





