Figures S1-S16: Template and primer utilization profiles for the initial 16 individual experiments conducted in this study.

For each study, varying number of primers and templates were used, as described in Table 1 and Supplemental Table 7. Original
experimental names have been retained in these figures. For mMDS plots, samples were color coded by amplification method
and different annealing temperatures indicated by shape. Ellipses represent a 95% confidence interval around the centroid.
ANOVA was performed to measure differences in measured values by annealing temperature. Intensity scales vary between
experiments. All samples were rarefied to 7,000 sequences. Heatmaps are the average of 7-8 technical replicates per condition;
all replicates are shown in mMDS plots. (A) For each experiment, primer utilization profiles (PUPs) were generated (left side),
and data are presented as mMDS plots (top) and as clustered heatmaps (bottom). Analysis of similarity (ANOSIM) was
performed to determine if PUPs were significantly different between TAS and DePCR, regardless of annealing temperature, and
within method across annealing temperature. Each slide contains a table showing the percentage of reads with 0, 1, 2 and 3
mismatches between primers and templates, as indicated in experiments with DePCR amplifications. For primer-template
interactions with only a single mismatch, percentage of reads with 3’ (-2), middle (-8) and 5’ (-14) mismatches are shown. The
average theoretical melting temperature of primers used in each study are shown. (B) Template profiling analyses were
performed (right side), and data are presented as mMDS plots (top) and as clustered heatmaps (bottom). In addition to analysis
of sequence data, the expected distribution of reads is shown in orange, both in the mMDS plots and in the heatmap. ANOSIM
was performed to determine if template profiles were significantly different between TAS and DePCR, regardless of annealing
temperature, and within method across annealing temperature. Ideal scores, as described in text, were calculated to
determine which method and annealing temperature generated the closest approximation of the expected template
distribution.
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