Lececccccccccccccccccccccccccccccccccccccsnne

cccccccccccccccccccccc ARETITELEELLL
L]
L]
H
: \
L]
L]
L]
1 1 1 1 1
o o o o o o
(o) o o o (e}
(q\] (q\] <~ <~

(nv) zoreyyw

100 150 200 250

50

gfp (AU)

Figure S1



Figure S2



Supplemental Figure Legends

Fig S1. Background fluorescence of B. subtilis in pellicle biofilms. Pellicle
biofilms of NCIB 3610 cells were collected after 24 hours of incubation and were
imaged with fluorescence microscopy as described in the Methods. Fluorescence

of cells on the GFP and mKate2 channels was quantified using MicrobeJ.

Fig. S2. Complementation of the sda and /lexA deletion mutants show a
rescue of biofilm architecture. Shown are colony biofilms formed by the wild
type strain (NCIB 3610), the sda deletion mutant (YCNO025), the complementation
of the sda deletion mutant (YCN258), the /exA deletion mutant (YCNO020), and
the complementation of the /exA deletion mutant (YCN278) on LBGM agar.
Images were taken after 2 days of incubation of the biofilms at 30°C. The scale

bar represents 0.25 cm.



Supplemental Table 1: Strains and plasmids used in this study.

Strain Parent Genotype Source
DH5a An E. coli strain for molecular cloning Invitrogen
PY79 A laboratory strain of B. subtilis for genetic transformation (1)

168 A domesticated strain of B. subtilis (2)

NCIB 3610 An undomesticated strain of B. subtilis capable of biofilm formation (3)
BKE17850 168 AlexA::erm BGSC
BKE25690 168 Asda::erm BGSC
TMN503 3610 SsacA::Pupa-mKate?2, kan® (4)
FC591 3610 amyE::Pigpa-lacZ, specR (5)
YCNO020 3610 AlexA::erm This work
YCNO025 3610 Asda::erm This work
YCNO036 3610 amyE::Pynea-gfp, chi® This work
YCNO040 YCNO036 SsacA::Pupa-mKate?2, kan®, amyE::Pynea-gfp, chi® This work
YCNO050 YCNO040 AlexA::erm, sacA::Pipa-mKate2, kan®, amyE::Py,,eA—gfp:cth This work
YCNO095 3610 SsacA::Pupa-mKate?2, kan® This work
YCNO096 YC121 Asda::tet, amyE::Ppa-lacZ, specR This work
YCNO097 YCNO095 Asda::tet, sacA::Pwpa-mKate?2, kan® This work
YCNO098 FC591 AlexA::erm, amyE::Piypa-lacZ, specR This work
YCNO099 YCNO095 AlexA::erm, sacA::Pipa-mKate2, kan® This work
YCN100 YCNO098 AlexA::erm Asda::tet, amyE::Ppa-lacZ, specR This work
YCN101 YCNO099 AlexA::erm Asda::tet, sacA::Pipa-mKate2, kan® This work
YCN258 YCNO020 Asda::erm, amyE::Pjeya-lexA, chi? This work
YCN278 YCNO025 AlexA::erm, amyE::Ps4qa-sda, chi® This work
plasmid

pYC121 An amyE integration vector with a promoter-less gfp(mut2), chl¥, amp® (6)
pDG1662 An amyE integration vector for complementation, chl?, ampR (7)

Abbreviations for the antibiotic resistance genes: amp, ampicillin; chl,

chloramphenicol; erm, erythromycin; kan, kanamycin; spec, spectinomycin; tet,

tetracycline.



Supplemental Table 2: Oligonucleotides used in this study.

Primers (5'>3")
lexA-compF
lexA-compR
sda-compF
sda-compR
PyneA-F
PyneA-R
sda-P1
sda-P2
sda-P3
sda-P4

gtacggatccttaatggacggttctgaacacgc
gtacgaattcaatcactgtaaacagaccgacaa
gtacgaattcgggtttcttcaccaggtgtgg
gtacggatccctattaagaagatacggaaataatatgtccgagcgatcttc
gtcgaattcagcttcgtcatttttcgcacct
gtcaagcttcaggaatgtttgttcgcattt
gtaactccgcacccgatacaaa
caattcgccctatagtgagtcgtgggagaggcacctccttaaaag
ccagcttttgttccctttagtgagtaataggaatttgtctattttt
gcagtgggtcaatatattaaaa
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