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Fig. S1. - PCR analysis of snb1 knockout strains

For the primer pair snb1_out_check_fwd/pab1_inner_250bp_rev, the expected amplicon size if the repair
template integrated into the Cas9 cleavage site is 2090bp. I., IIl. and lll. are corresponding to the three obtained
Asnb1 strains.
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Fig. S2. - Time points sampled for RNA-Seq experiments showing the morphology of wt and Asnb1 at early
developmental stages. Hyphal knots (A, B) and stage 1 primordia (C, D) after 24 hours and 48 hours of light
induction, respectively. Scale bars are shown under the corresponding stages.
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Fig. S3. - Complementation of Asnb1 strain by the wild type gene. A) PCR validation of gene complementation
using an inner primer pair of snb71 (snb1_inner_fwd/snb1_inner_rev). The expected size of Asnb1 is larger due
to the insertion of pab7 gene (expected amplicon size in the presence of the intact snb7 gene is 2122bp,
expected amplicon size in the presence of disrupted snb7 gene is 3602bp). B) Cross sections of developing
fruiting bodies of wt, Asnb1, and complemented Asnb1 C. cinerea strains three days post-light induction (pLl).
Strains were grown on YMG medium with halved glucose content at 28°C. Scale bar = 2mm.



_

o =2 N W A OO O N © © O

sevavarzhat
eetiget
A ana 2o
Seradiad
)
¥

structures and vegetative mycelium

erats
LEnids 323006

SR
5 e L

3R At

g &
e pi &

&
= ST U
i o8 o ¢

Log, fold-changes between higher developmental

A N O O

é&* 0{\@ P 4\0“‘30 0(:&

o o

S
&

@e« i ((0‘\ ¥

= § s
- G Wt T

i
|
i B
R
SN

!

iy
%E’é‘

St
%&533@

EasEty

=FC (PVM) =FC (YFBVM) = FC (FB/VM)

==

8

Ly

EaRtaazEtE
LR

D
@
s)
S
3
A
=
N
(7

ma
fin
(n)
o1
<3

=
[A)
N
(%)
W,
0,
[=}

i

el
R
gs‘gn

Ompol1
Lentinedodes1 598
1181919

Obbri1 718231
PosplRSB12 1 1063847
Ld Fibra1

52 Fompi3 1029811

Ched Daequl 14666

SR

SR EY

et HEEER
ARG AE'
EOR N

2
i

e
&5

Neole 65,
Glotr1 1124120
Jaaar1 120933
Suilu4 2758769
Gl Suibr2 791363
== Rpivi1 701389
L= Rhives1

e

-

i
f]
if

5ERE
E

<
o
ox%
g
n
1<)
1]
]
©

221 Gz =iz gerlas7 32116198

s

T A
&
o

Ty
3543530008

o &g
S

Fig. S4. - A) Phylogenetic tree of SNB1 family. Orthogroup with orthologs of SNB1 are highlighted with
brownish background. Orthologs with red text are represented in Fig. S4/b. B) Log: fold-change differences in
expression of C. cinerea SNB1 and its orthologues in further agaricomycetes species between vegetative



mycelia (VM) and different developmental stages of fruiting body (Pr: primordium, YFB: young fruiting body,

FB: matured fruiting body).
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Fig. S5. - Enriched Gene Ontology (GO) terms in Asnb1 compared to wt 24h and 48h pLI. Cutoff lines are
drawn at enrichment scores corresponding to p=0.05, p=0.01, and p=0.001 (from left to right). GO terms are
ordered by Kolmogorov—Smirnov p-values. See Table S3. for details on GO enrichment.
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Fig. S6. - MDS-plot of the RNA-sequencing results.
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Psilocybe cubensis
Galerina marginata
Hebeloma cylindrosporum
Coprinopsis marcescibilis
Coprinopsis cinerea
Coprinellus micaceus
Laccaria bicolor

Laccaria amethystina
Crucibulum laeve
Leucoagaricus gongylophorus
Agaticus bisporus

Lepista nuda

Clitocybe gibba

Volvariella volvacea
Pluteus cervinus

Amanita thiersii

Amanita muscaria
Omphalotus olearius
Lentinula edodes
Dendrothele bispora
Moniliophthora perniciosa
Armillaria gallica

Armillaria cepistipes
Armillaria ostoyae
Cylindrobasidium torrendii
Schizophyllum commune
Auriculariopsis ampla
Fistulina hepatica

Mycena kentingensis
Radulomyces confiuens
Aphanobasidium pseudotsugae
Pterula gracilis

Pleurotus ostreatus
Pleurotus eryngii

Paxillus adelphus

Paxillus involutus
Melanogaster broomeianus
Hydnomerulius pinastri
Scleroderma citrinum
Pisolithus microcarpus
Suillus luteus

Suillus brevipes
Rhizopogon vinicolor
Rhizopogon vesiculosus
Coniophora puteana
Coniophora olivacea
Serpula lacrymans
Serpula himantioides
Piloderma croceum
Fibulorhizoctonia sp.
Plicaturopsis crispa
Polyporus brumalis
Polyporus arcularius
Ganoderma sp.
Dichomitus squalens
Trametes versicolor
Trametes pubescens
Pycnoporus cinnabarinus
Fomitopsis pinicola
Daedalea quercina
Laetiporus sulphureus
Postia placenta

Fibroporia radiculosa
Wolfiporia cocos

Obba rivulosa

Phiebia centrifuga

Phlebia brevispora
Phanerochaete chrysosporium
Phanerochaete camosa
Neolentinus lepideus
Gloeophyllum trabeum
Jaapia argillacea
Punctularia strigosozonata
Stereum hirsutum
Heterobasidion annosum
Schizopora paradoxa
Fomitiporia mediterranea
Rickenella mellea
Sistotremastrum suecicum
Sistotremastrum niveocremeum
Sphaerobolus stellatus
Ramaria rubella

Exidia glandulosa
Auricularia subglabra
Sebacina vermifera
Piriformospora indica
Tulasnella calospora
Botryobasidium botryosum
Rhizoctonia solani
Calocera viscosa
Calocera comea
Dacryopinax primogenitus
Naematella encephela
Kockovaella imperatae
Cryptococcus neoformans
Trichosporon oleaginosus
Trichosporon asahii
Wallemia mellicola
Wallemia ichthyophaga
Ustilago maydis
Testicularia cyperi
Tilletiaria anomala
Cystobasidium minutum
Puccinia graminis
Neurospora crassa
Fusarium graminearum
Aspergillus nidulans
Saccharomyces cerevisiae
Schizosaccharomyces pombe

Fig. S7. - Inferred ancestral copy numbers of the SNB1 homologs in the proteome of 109 examined species.
The size of the circles is proportional to the number of copy numbers.



Table contents:

Table S1. - List of primers used in this study.

Table S2. - All differentially expressed genes (DEGs) from the comparison of wild-type and Asnb1 mutant
strains after 24h and 48h post-light induction (pLlI).

Table S3. - Detailed list of enriched Gene Ontology (GO) terms in Asnb1 compared to wt 24h and 48h pLlI.

Table S4. - Mapping statistics for Asnb7 and wild type.



