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Table S1. Oligonucleotides used in this study

Order

Oligonucleotide name

Sequence (5’ 2 3°)

Application

Vector_srfAA_F
Vector_srfA4 R
up_srfA4_F
up-srfAA-R
eGFP-srf4A-F
eGFP-srf44-R
down-srfAA_F

down_srf44A R

ACGAGATGCTGGGATCCTCTAGATTTCTATAGTGTCACCT
TCCAGTAAAATCCGTCCCTATAGTGAGTCGTATTAGGCATGC
CTCACTATAGGGACGGATTTTACTGGAGGATTTCgcc
CTTCTCCTTTACTAACCATgaaaatttccattaatttatccagctcatccag
ggataaattaatggaaattttCATGGTTAGTAAAGGAGAAGAACTTTTCACTG
ctcatatgccacctct T TATTTGTATAGTTCATCCATGCCAAGTGTAATC
GATGAACTATACAAATAAagaggtggcatatgagcaaaaaatc

CTAGAGGATCCCAGCATCTCGTTCAACTTTCACcc

Amplification of pJOE6743.1
backbone for using as the vector

Amplification of end of 5744 gene
with excluding the stop codon

Amplification of mEGFP

Amplification of downstream region of
srfAA

Construction of
PMAV22

10

11

12

13

14

15

16

Vector_srfAB_F
Vector_srfAB R
up_srfAB_F
up-srfAB-R
eGFP-srf4B-F
eGFP-srfAB-R
down-srfAB_F

down_srfAB R

tcTATAGTGAGTCGCCCTATAGTGAGTCGTATTAGGCATGC
TCCAGTAAAATCCGTCCCTATAGTGAGTCGTATTAGGCATGC
CGACTCACTATAGGGCGACTCACTATAgactttgcttcaggctacatgcag
CAGTGAAAAGTTCTTCTCCTTTACTAACCAT tttaaattctcctcaageatgtcaaagatatctce
gagatatctttgacatgcttgaggagaatttaaaa ATGGTTAGTAAAGGAGAAGAACTTTTCACTG

gecttetgtaattcecttgegtt TTATTTGTATAGTTCATCCATGCCAAGTGTAATCC
GATTACACTTGGCATGGATGAACTATACAAATAAaacgcaagggaattacagaagg

TAGAGGATCCCCGGccgtactcaaagtggtatgetge

Amplification of pJOE6743.1
backbone for using as the vector

Amplification of end of srf4Bgene with
excluding the stop codon

Amplification of mEGFP

Amplification of downstream region of
srfAB

Construction of
PMAV23




Order Oligonucleotide name Sequence (5’ > 3°) Application

17 Vector srfAC F tgtattgetgtttacgtttgGGGATCCTCTAGATTTCTATAGTGTCACC Amplification of pJOE6743.1

18 Vector_srfAC_R getcatccaagaaggtaaagTCCCTATAGTGAGTCGTATTAGGCATGC backbone for using as the vector

19 up_srfAC F CTATAGGGAcctttaccttcttggatgagettect Amplification of end of srf4Bgene with

20 up-srfAC-R CTCCTTTACTAACCATtgaaaccgttacggtttgtgtattaagaaattc excluding the stop codon Construction of

21 eGFP-s1fAC-F ccgtaacggtttcaATGGTTAGTAAAGGAGAAGAACTTTTCACTG pMAV24
Amplification of mEGFP

22 eGFP-srfAC-R catcacttcat TTATTTGTATAGTTCATCCATGCCAAGTGTAATCC

23 down-srfAC_F GGCATGGATGAACTATACAAATAAatgaagtgatgaaaggaggagacagc Amplification of downstream region of

24 down_srfAC R GGATCCCcaaacgtaaacagcaatacaaaccatttcatcc srfAC

25 Vector_srfAD_F cattcggctgGGGGATCCTCTAGATTTCTATAGTGTCACC Amplification of pJOE6743.1

26 Vector srfAD R AGTAAAAGGCATGTCCCTATAGTGAGTCGTATTAGGCATGC backbone for using as the vector

27 up_srfAD F CGACTCACTATAGGGACATGCCTTTTACTCATACTACGTCAACc Amplification of end of srf4Bgene with

28 up-srfAD-R CTTCTCCTTTACTAACCATcggttgaatgatcggatgetg excluding the stop codon Construction of

29 eGFP-srfAD-F gatcattcaaccgATGGTTAGTAAAGGAGAAGAACTTTTCACTG PMAV23
Amplification of mEGFP

30 eGFP-srfAD-R ctgtcegettttgaTTATTTGTATAGTTCATCCATGCCAAGTGTAATCC

31 down-srfAD_F GGATGAACTATACAAATA Atcaaaagcggacagcttcgg Amplification of downstream region of

srfAD

32 down_srf4D_R GAGGATCCCCcagccgaatgaaaaataagatggatagcat 7

33 mEGFP expression_ F gtttaactttaagaaggagatatacCCATGGTTAGTAAAGGAGAAGAACTTTTCACTG Construction of
Amplification of mEGFP MAV35

34 mEGFP expression_R gtggtggtectcgagtgc TTTGTATAGTTCATCCATGCCAAGTGTAATC P




Table S2. Strains and plasmids used in this study.

Strain or Genotype or description Reference
plasmid

Strains

Escherichia coli
DHSa A(argF-lac)169,080dlacZ58(M15),AphoAS, ginX44(AS), deoR481, (Song et al., 2015)
rfbC1, gyrA96(NalR), recAl, endAl, thiEl and hsdR17
BL21 (DE3) F hsdSgal DE3

Gold
Bacillus subtilis
3NA spo0A3,; (ReuB et al., 2016)
BMV9 spo0A3; AmanPA; sfp+; (Vahidinasab et al.,
2020)
BMV25 spo0A3; AmanPA; sfp+ ; srfAA-megfp This study
mEGFP is Chromosomally integrated at the end of srfAA before the
stop codon
BMV26 spo0A3; AmanPA; sfp+ ; srfAB-megfp This study
mEGFP is Chromosomally integrated at the end of srfAB before the
stop codon
BMV27 spo0A3; AmanPA; sfp+ ; srfAC-megfp This study
mEGFP is Chromosomally integrated at the end of srfAC before the
stop codon
BMV28 spo0A3; AmanPA4; sfp+ ; srfAD-megfp This study
mEGFP is Chromosomally integrated at the end of srfAD before the
stop codon
Plasmids
JOE6743.1 oripucis,bla, spc, manP, ter-'lacl-lacZa-ter (Wenzel and
p : Altenbuchner, 2015)
#20061, Addgene,
pET-28a Expression plasmid, ori, kanR, lacl, his(7), tev site Watertown, USA
(Denisov et al., 2004)
PMAV22 pJOE6743.1 containing srfAA -megfp-srfAB (1000 bp up- and This study
downstream of the C-terminal end of 5744 gene were used as
flanking regions of the megfp gene)
PMAV23 pJOE6743.1 containing srfAB -megfp- srfAC (1000 bp up- and This study
downstream of the C-terminal end of s7f4B gene were used as
flanking regions of the megfp gene)
PMAV24 pJOE6743.1 containing srfAC ~megfp-srfAD (1000 bp up- and This study
downstream of the C-terminal end of s7f4C gene were used as
flanking regions of the megfp gene)
PMAV25 pJOE6743.1 containing srfAD ~megfp- vexA (1000 bp up- and This study
downstream of the C-terminal end of s7f4D gene were used as
flanking regions of the megfp gene)
pMAV35 his-mEGFP expression plasmid using pET28a as expression vector This study
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