
S5 Figure. Degenerate tolerance and thermal-bias PCR performance. (A) 
SsoFast amplification of V3-V4 from E. coli genomic DNA (1.56 μg/μL) using 
nondegenerate or degenerate primers (ND_F1/R1 or Pro_341F/Pro_805R); 50 
°C annealing/extension 60 sec. (B) Thermal-bias PCR using either SsoFast or 
Platinum Taq with either a match or mismatch engineered template (primers 
TB_F_Tm55_v1/TB_R_Tm55_v1). The Platinum Taq reactions were supplment-
ed with EvaGreen. Targeting cycles used 50 °C annealing/extension for 5 min, 
amplification cycles used 80 °C annealing/extension for 1 min.
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Mismatch

SsoFast

Platinum Taq

seed = 0.0030 (0.00008)
max/KD = 35.658 (0.421)

seed = 0.00034 (0.000023)
max/KD = 136.71 (13.17)

SsoFast

Platinum Taq

seed = 0.0011 (0.00006)
max/KD = 35.545 (0.553)
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SsoFast
Nondegenerate

Degenerate

seed = 0.347 (0.009)
max/KD = 71.58 (1.12)

seed = 0.222 (0.002)
max/KD = 78.85 (2.24)


