Supplemental Table 1 Oligo Primers

Primer Sequence 5'to 3 Description of use

CDEP1430 cacctaaggaggctticttaatggataagagattacagc Clone IPTG-inducible rsiv*

CDEP952  ccataatcttagatggatg Clone IPTG-inducible rsivV*

CDEP1460 caccatggataagagattacagcaattaagag Clone gfp-rsiv+

CDEP978 tcagttgatattaacaagcgcag Clone rsiv*°

CDEP568  aagtcgactaaggagggtgaatttatgactataatagccgc Clone IPTG-inducible rasP

CDEP569  aagcatgccttatttaaaactacatagcc Clone IPTG-inducible rasP

CDEP1245 caccaagctttaaggaggatttatagatgttggcaaaaagaatcaaa Clone IPTG-inducible pdaC
tgg

CDEP1246 aacgtacgcttaaatgtttgggccacc Clone IPTG-inducible pdaC

CDEP1007 caccaacccggacgccgctcagge Clone 6xhis-rsiVv®%-28

CDEP209 tgtctctgtcggtgatctgg LFH-KO rasP::tet

CDEP1575 caattcgccctatagtgagtcgtccgaaaataatgataaacge LFH-KO rasP::tet

CDEP1576 ccagcttttgttccctttagtgagttgtcacatggaacgatat LFH-KO rasP::tet

CDEP212 gcaagctctacaacttctgc LFH-KO rasP::tet

CDEP615 aaaagcttaaggaggaaggatccatgggttccgetggctecegetget  Clone superfold GFP
ggttctggcatgagcaaaggagaagaac

CDEP618  aaagatctgctagcttagaattcgccagaaccagcagcggageca  Clone superfold GFP

gcggaacctttgtagagctcatccatge

Figure S1: Examples of ECF o factor activation and a model for ¢V activation.
Shown in green are proteases for Site-1 cleavage, in light blue the substrates, in dark
blue the proteases for Site-2 cleavage, and in yellow transcription factors activated or
released as a consequence of Site-2 cleavage.

Red arrows point to the sites of

cleavage on the substrates.

Figure S2. GFP-RsiV localizes to the membrane.

B. subtilis strains Pns-gfp (JLH370) and Phs-gfp-rsivV (JLH453) were grown to an OD of
0.6 before 1mM of IPTG was added. Cells were incubated for an additional 1 hour at
37°C. 5 i of culture were spotted on a 2% agarose pad and viewed using a fluorescent
microscopy as previously described (1). Exposure time for images was 3 seconds.
Images were taken at 12-bit, converted to JPEG and transferred to GIMP (GNU Image

Manipulation Program) for crop and small contrast corrections.
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