Primer ID Primer names  Length histograms Proportion of sequences at expected length

1 ZBJ-ArtF1c + ZBJ-ArtR2c | 93.74
2 fwhF2 + fwhR2n J 86.22
3 LepF1 + MLepF1-Rev l 94.42
4 LCO1490 + 230_R ‘ 93.51
5 ArF5 + ArR5 95.95
6 BF1 + BR2 82.95
7 mICOlintF + jgHCO2198 79.51
8 mICOlintF + Fol-degen-rev 79.9
9 mICOIlintF-XT + jgHCO2198 83.35
10 LCO1490 + lI_C_R 94.73
11 MZplankF2 + C_LepFolR 87.87
12 MhemF + dgHCO2198 92.19
13 MLepF1 + C_LepFoIR 89.62
14 BF3 + BR2 90.93
15 BF2 + BR2 71.02
16 l_B_F + HCO2198 | j 93.47
17 ArF5 + Fol-degen-rev | 92.28
18 RonMWASPdeg + C_LepFolR ‘ 92.29
19 AncientLepF3+ C_LepFolR ’ 86.57
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Figure S10: Histograms showing read length for 19 tested primer sets with the mock sample. Readlength calculated after
paired end merging (no primer trimming, 46°C annealing temperature). Primer set 20 (LCO1490 + HCO2198) and 21
(dgLCO1490 + dgHCO2198) are not shown, since paired end merging was not possible due to the length of the full
"Folmer" region. The number on the right indicates the proportion of sequences that have the exact expected amplicon
length. In addition to black bars in the histogram, relative read abundance is also indicated with different shading.



