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Table 1: Number of samples per control type (columns) in each sequencing batch (rows)

DNA extraction (Neg) | Water (Neg) | Zymo Mock (Pos)
3

| O UY = | W[ DN —

. pilot_5
. pilot_6
. pilot_7

olo|lol nl —| el ] ] ] o
= = R R R AW

| o | | 9| | | | |
[HY U PN NN N N (R S
—




PCoA (Beta diversity) split by controls

) © 1 ® 3 o 5 7 e pilot_6
Sequencing Batch ) )
2 ® 4 o 6 pilot_5 pilot_7
A Zymo B DNA extr. Control
1.0
0.05 05
S S
< <
& S
& = o0
o 000 N
< <
] @]
O O
o o
-0.5
-0.05
-1.0
-0.10 -0.05 0.00 0.05 0.10 -1.0 -0.5 0.0 0.5 1.0
PCoA 1 [50%)] PCoA1l [18.6%)]
C DNA extr. Control D All controls
1.0
0.5
%
< 05 < .
~ o ° &
= = Mock (Pos) ° 2o
- — 00 e o (DNA %)
N 00 N =
< < .
] ]
O O
o o o ¢
>
-0.5
-0.5
-1.0
-1 0 1 -03 0.0 0.3 0.6
PCoA 1l [28.1%)] PCoA 1l [32.9%)]

Figure 1. Bray-Curtis distance based Principal Coordinate Analysis plots of Controls (A) Zymo
Mock community positive control. (B) Water extraction control. (C) DNA Extraction Control. The legend
on top of the table refers to panels A-C only (D) Same visualization, but all control types were included,
which induced a clear separation between negative and Zymo positive controls. The Bray-Curtis distance
was calculated on the whole data set at first, then subset every time to keep only available samples. This
was done to induce further separation based also on the taxa unique to the Zymo and the negative controls.



Zymo Mock communities composition (Positive Controls)

Heatmap by ASV

e

By

ASV187

ASV945

ASV928 0.15
ASV935

ASV763

ASV823 0.1
ASV715 )
ASV1132

ASV4092

ASV1 0.05

ASV2
ASV4634 I
0

batch I 0.2 batch

e
~N o bhwN R

ASV5201
ASV4
ASV14
ASV5672
ASV3
ASV8
ASV40
ASV5653
ASV5956
ASV7881
ASV200
ASV11244
ASV1592
ASV1707
ASV53
ASV65
ASV78
ASV76
ASV84
ASV86
ASV104
ASV108

L-VYSOd-0WwAz

€-0918|d-S0d -0 N—-OWAZ

§-A@3LV1d-SOd-MD0N-ONAZ
/-ASOd-owAz

1-0S0Od-0wAz
T-031V1d-SOd-OWAZ

§-031V1d-SOd-MD0N-OWNAZ
/-9S0d-0WwAz

Z-vore|d-sod-owAz

G-V3ILV1d-SOd-AD0ON-ONAZ
Z-gore|d-sod-owAz

Y-V -S0d—320N-OWAZ
—D—-S0d—->20N-0WAZ
7—9-S0d—%20\-0WAZ
#—0d-S0d—->20N—-0WAZ
T-V31V1d-SOd-ONAZ
€-go1e|d—-S0d—00\-0WAZ
€-Q91e|d-S0d—490N-0WAZ
T-931V1d-SOd-ONAZ
Z-Ddrejd-sod-owAz
Z—@aale|d-sod-owAz

€-\are|d—SOd—-120N—-0WAZ
G931V 1d-SOd-ID0W-OWAZ

Figure 2. Heatmap of the relative abundance taxonomic composition at ASV level of Zymo
Mock communities No scaling except the relative abundance transformation was applied to the ASVs.
Clustering was performed on both rows and columns. Columns were annotated by sequencing batch.



Barplot by ASV
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Figure 3. Relative abundance of Species found in each Zymo Mock sample viewed as stacked
barplots Samples were separated (faceted) by sequencing batch. The legend is ordered by columns based
on decreasing taxon abundance across all mock samples.



How much variability does the Batch explain?

Table 2: PERMUTEST (Tukey post-hoc) with default settings on the beta-dispersity in relation to batch

Df | Sum Sq | Mean Sq F | N.Perm | Pr(>F)
Groups 5 0.000 0| 0.225 999 0.943
Residuals | 17 0.003 0 NA NA NA

Table 3: Bray-Curtis distance-based PERMANOVA with standard settings to view the variability partition-
ing and significance in relation to sequencing batch and DNA extraction plate for Zymo Mock communities

(Positive Controls)

term df | SumOfSqgs R2 | statistic | p.value
plate 3 0.012 | 0.402 20.254 | 0.001
batch 5 0.015 | 0.506 15.309 | 0.001
Residual | 14 0.003 | 0.093 NA | NA
Total 22 0.030 | 1.000 NA | NA
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