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Metabarcoding analysis of the bacterial and fungal communities during the maturation
of Preparation 500, used in biodynamic agriculture, suggests a rational link between
horn and manure.
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Fig. S1. Whittaker beta diversity pairwise distance matrix of the bacterial community data. MO:
manure time zero; 40: sampling at time 40 days, 85: sampling at time 85 days; 150i: sampling at 150
days, inner core; 1500: sampling at 150 days, outer layer; SBd: soil of the Biodynamic farm. The
three replicates are distinguished by the ending letters a,b,c. The color-based conditional formatting
from green to red depicts the degrees of distance, where dark green indicates less distant and dark red
indicates more distant communities.
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Fig. S2. Whittaker beta diversity pairwise distance matrix of the fungal community data. MO:
manure time zero; 40: sampling at time 40 days, 85: sampling at time 85 days; 150i: sampling at
150 days, inner core; 1500: sampling at 150 days, outer layer; SBd: soil of the Biodynamic farm.
The three replicates are distinguished by the ending letters a,b,c. The color-based conditional
formatting from green to red depicts the degrees of distance as in Fig. S3.
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Fig. S3. Cluster analysis ordination of the bacterial data. The Neighbor Joining dendrogram
based on the Bray Curtis dissimilarity of the 16S amplicons data is shown.
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Fig. S4. Cluster analysis ordination of the fungal data. The Neighbor Joining dendrogram based
on the Bray Curtis distances of the ITS amplicons data is shown.

Sample | Fungal | Bacterial
genera | genera

MOa 89 62
MOb 96 60
MOc 99 68

40a 44 127
40b 59 132
40c 45 127
85a 50 143
85b 64 155
85¢ 84 139
150ia 66 138
150ib 77 172
150ic 75 136
1500a |70 146
1500b | 73 148
150oc | 66 152
SBda 108 193
SBdb 98 201
SBdc 96 202

Table S1. Bacterial and fungal genera numbers recorded at different time points. MO: manure
at time zero (faecal material); 40, 85 150: material rescued after 40, 85, 150 days from burying
respectively. For the endpoint analysis of the mature material (150 days) the sampling from the
inner core (i) was distinguished from that of the outer portion of the cone (0), closer to the horn
shell. SBd: Soil of the biodynamic agricultural farm from which the manure originates and in which
the final product is used. Letters a,b,c indicate the three biological replicates.



Mo 40 85 150i 1500 SBd
Bacteria Simpson 1-D 0.9152 09175 09629 09361 0.9357  0.9802
Bacteria Shannon H 2918 3.543 3.988 3.689 3.658 4.548
Bacteria Evenness 0.1908 0.1869 0.2593  0.1795 0.1709  0.3222
Fungi Simpson 1-D 0.7798 0.5846  0.6776  0.7981  0.8903 0.896
Fungi Shannon H 2.191 1.311 1.783 2.106 2.558 2.841
Fungi Evenness 0.06527 0.04946 0.05667 0.07604 0.1207  0.1181

Table S2. Ecological indexes of diversity and evenness. Input data: abundance matrix featuring
the means of the three replicates for each OTU detected. MO: manure time zero; 40: sampling at
time 40 days, 85: sampling at time 85 days; 150i: sampling at 150 days, inner core; 1500: sampling
at 150 days, outer layer; SBd: soil of the Biodynamic farm.
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Fig. S5. Bacterial first 20 most abundant taxa. The nomenclature reported shows the Phylum (or
the Class for Proteobacteria) followed by the deepest rank (L.6) achievable by the annotation
procedure.
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Fig. S6. Fungal classes observed. their relative percent contribution to each time point community
and to the soil of the project’s farm (SBd) is shown.

- [

Abundance sqrt(TSS)
o

és‘? §? f S &
(<) 3 L/
2 d o & &

Fig. S7. Onygenales fungi abundance comparison at different timepoints. The corresponding
anova p value for the order resulted = 7.8 e'* The units on the Y axis are abundance values after
square root transformation of their data (TSS= total sum of squares).




