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Supplementary Figure 1. Gradually decreased settling time
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Supplementary Figure 2. Demonstration of the hydrodynamic conditions during the anoxic
phase (with stained influent, and without sludge, for better visibility). Due to the plug-flow
influent, the fresh wastewater remains at the bottom half of the reactor after feeding (A, 5 min).
The effect of diffusion dilutes the fresh influent, but the substrate concentration is still high at
the end of the pre-anoxic phase (B, 60 min). Green = fresh influent, colorless = residual liquid
from the previous cycle. N.B. during the experiment, the stagnant sludge bed influenced the
hydrodynamic conditions, e.g. the sludge partly displaced the influent due to the volume of the
biomass and the volume of the residual liquid that fills the voids and pores of the granules.
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Supplementary Figure 3. Settled sludge height in the reactors



Szab¢ E. et al, Supplementary material, Granular microbiome at different organic loads

A

Proteobacteria -
Bacteroidetes -
Verrucomicrobia -

Planctomycetes -
Actinobacteria -
Chlorobi -
Firmicutes -
Chloroflexi -
Spirochaetae -

Proteobacteria; Rhodocyclaceae -
Proteobacteria; Comamonadaceae -
Proteobacteria; Meganemaceae -
Proteobacteria; Xanthomonadaceae -
Proteobacteria; Rhodobacteraceae -
Bacteroidetes; Chitinophagaceae -

Bacteroidetes; Saprospiraceae -
Bacteroidetes; Flavobacteriaceae -
Bacteroidetes; Cytophagaceae -
Proteobacteria; Bdellovibrionaceae -
Proteobacteria; Caulobacteraceae -
Verrucomicrobia; Verrucomicrobiaceae -

i
i i | [N
L o inCN
i 0 W
CRNPE TN OB ®, o= ”NNMV*MO\OFW ORI
EEEEEEEEEEEEE §§2§§§§§§§§§§ RERRRRRRRRR R0
AREERENNENEEE NENREREEEEEEE FENREEEEEEEEE
-HINNEEENNENEEN RNERENEEANENY EEEEEEEEEEEED
| | EER B NEEEER L
AENENENEEEEE CENECEEEEEERE CARCEENE B
-INNERCNENEEEN RRERECNERNAEE REREEEEEEEEEN
1 EEEEENAR REENENEEREEEE BE ' REEEEEEER
L B SEREEEEE RRRCENENEEEEE RERYRCR EEEER
EEEE"HENENEEN NRENENER HEENEEE EEEEN
BEEERER T B CNENEER o |
L] EEREN |
N ] [ ||
0 NENERER LB L CEN DI | n
o?‘-'—"ﬁgﬁﬁl‘@ﬁogﬁgl&%‘ o-ﬂﬁ&ﬁq@ﬂ%%ﬁl&"é] o= N‘T.Xsﬁﬁooﬁ%
AN AAN NI SIS II SIS IS IS IS IS MQQEQQQBEQMEQQ

%Read
Abundance

% Read
Abundance

l 10.0
1.0

0.1

Supplementary Figure 4. Temporal variation of the most abundant phyla (A) and families (B)
in the reactors. The labels on the x-axis refer to the reactor and the days of operation since start-

up
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Supplementary Figure 5. Temporal variation in the relative read abundance of the most abundant genera. (OTU_3, OTU_6, OTU_9, OTU_10
and OTU_11 were unclassified on the genus level.)
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Supplementary Figure 5. - continued.
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Supplementary Figure 5. - continued.
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Supplementary Figure 5. - continued
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Supplementary Figure 5. - continued
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Supplementary Figure 5. - continued
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Supplementary Figure 5. - continued
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Supplementary Figure 6. Temporal variation in the relative read abundance of the nitrifying genera.
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Supplementary Figure 7. Simplified scheme of the reactor design. The diluted real wastewater
was stored in a cooled container (5°C), and mixed for 5 minutes before filling to ensure
homogenous influent quality. The synthetic wastewater (dashed line) consisted of a concentrated
acetate solution and a more dilute solution containing all other salts — this was necessary to avoid
the depletion of acetate in the storage tanks.
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