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Supplemental Table 1: Plasmids used in this study.
	Plasmid
	Description
	Purpose

	pLFA
	pLF-plasmid possessing aprE regulatory region (PaprE promoter and aprE 5’ UTR)
	Vector with PaprE

	pLF43
	pLF-plasmid possessing cdd regulatory region (P43 promoter and cdd 5’ UTR)
	Vector with P43 

	pGalopt
	Codon-optimized β-gal-Pw gene sequence
	Template for PCR

	pETCelB
	Native CelB gene sequence
	Template for PCR

	pETCsCE
	Native CsCE gene sequence
	Template for PCR

	pLF1
	β-gal-Pw gene under control of PaprE with aprE 5’ UTR
	Expression plasmid 

	pLF2
	β-gal-Pw gene under control of P43 with cdd 5’ UTR
	Expression plasmid 

	pLF3
	CelB gene under control of PaprE with aprE 5’ UTR
	Expression plasmid 

	pLF4
	CelB gene under control of P43 with cdd 
5’ UTR
	Expression plasmid 

	pLF5
	CsCE gene under control of PaprE with aprE 5’ UTR
	Expression plasmid 

	pLF6
	CsCE gene under control of P43 with cdd 
5’ UTR
	Expression plasmid 

	pLF7
	β-gal-Pw gene under control of modified PaprE (= PaprE-m) with aprE 5’ UTR
	Expression plasmid

	pLF8
	β-gal-Pw gene under control of PaprE with aprE 5’ UTR and modified spacer length
	Expression plasmid 

	pLF9
	β-gal-Pw gene under control of P43 with aprE 5’ UTR
	Expression plasmid 

	pLF10
	CelB gene under control of P43 with aprE 
5’ UTR
	Expression plasmid 

	pLF11
	CsCE gene under control of P43 with aprE 
5’ UTR
	Expression plasmid 





Supplemental Table 2: Primers used in this study.
	Primer
	Sequence (5’3’)
	Application

	P1
	ccactagtatgcgtaaaaaacttgtc
	Forward primer for PCR of β-gal-Pw gene with SpeI site

	P2
	ccctcgagttattacaccattctaatcg
	Reverse primer for PCR of β-gal-Pw gene with XhoI site

	P3
	gtctcgagcctactttcttgtaac
	Forward primer for PCR of CelB gene with SpeI site

	P4
	cgcactagtatggatatcaccc
	Reverse primer for PCR of CelB gene with XhoI site

	P5
	cgcactagtatggatattacaaggtttaag
	Forward primer for PCR of CsCE gene with SpeI site

	P6
	cttaattaacttagtcaaccctttttattatc
	Reverse primer for PCR of CsCE gene with PacI site

	P7
	tcaaaaaaatgggtcttgacaaatattattccatc
	Q5 Site-Directed Mutagenesis PCR of PaprE -35 region in pLF1 

	P8
	gatgattttatctctatttaggtatatcatctc
	Q5 Site-Directed Mutagenesis PCR of PaprE -35 region pLF1

	P9
	ctgaatttttttaaaaggagagggctagtatgcgtaaaaaacttg
	QuikChange PCR of spacer sequence in pLF1

	P10
	caagttttttacgcatactagccctctccttttaaaaaaattcag 
	QuikChange PCR of spacer sequence in pLF1

	P11
	gcctcatgtttatcgttgaag 
	Forward primer for PCR of P43_vector sequence for Gibson Assembly

	P12
	cttaaaagactattctgtgaatttatattttacataatcgcgcgc
	Reverse primer for PCR of P43_vector sequence with aprE leader overhang for Gibson Assembly

	P13
	gcgattatgtaaaatataaattcacagaatagtcttttaagtaag
	Forward primer for PCR of β-gal-Pw sequence with P43 overhang for Gibson Assembly

	P14
	cttcaacgataaacatgaggc
	Reverse primer for PCR of β-gal-Pw sequence for Gibson Assembly

	P15
	gtatccgctcatgagacaataac
	Forward primer for PCR of P43_vector sequence for Gibson Assembly

	P16
	gttattgtctcatgagcgg
	Reverse primer for PCR of gene (CelB; CsCe) sequence for Gibson Assembly

	P17
	cagctttcaaggtgtggagtctg
	Forward primer for qRT-PCR for 
β-gal-Pw amplification

	P18
	cagctttcaaggtgtggagtctg
	Reverse primer for qRT-PCR for 
β-gal-Pw amplification





Supplemental Table 3: Recombinant B. subtilis 007 strains generated in this study. 
	Designation
	Plasmid
	Promoter
	5’ UTR
	Gene

	BsAG
	pLF1
	PaprE
	aprE
	β-gal-Pw

	Bs43G
	pLF2
	P43
	cdd
	β-gal-Pw

	BsMG
	pLF7
	PaprE with modified 
-35 region (= PaprE-m)
	aprE
	β-gal-Pw

	BsSG
	pLF8
	PaprE
	aprE with modified spacer length
	β-gal-Pw

	BsRG
	pLF9
	P43
	aprE
	β-gal-Pw

	BsC
	pLFA
	PaprE
	aprE
	None (control)

	BsAB
	pLF3
	PaprE
	aprE
	CelB

	Bs43B
	pLF4
	P43
	cdd
	CelB

	BsRB
	pLF10
	P43
	aprE
	CelB

	BsAC
	pLF5
	PaprE
	aprE
	CsCE

	Bs43C
	pLF6
	P43
	cdd
	CsCE

	BsRC
	pLF11
	P43
	aprE
	CsCE
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atgcgtaaaaaacttgtctattcacctcctacaaacgggtacccggaatggaataataatcctgaatgttttcagatcaaccgaatggatgcccatgctacatggattccttttaatacaacagaggatgccttgcttggagatccacaatccagccctaactatttgtctttgaatgggatgtggaaattcgcctatgcagagactccggatcaaagaattcgtaacttttttgaaaaaaactatgattgcagttcttgggctgaactgaacgttccttctcattggcagatgcatggatatgactaccctcagtatacgaatgtaagatatccttggagtgaacgtgagccggagctcaaaccgccttttgctcctacacaatataatccggttgggtcttatgtacgaacattctctgtaccggaggactggagcgggaagcctgttttcatcagctttcaaggtgtggagtctgccttctatgtttggctcaatggagagttggtcggatacagcgaggatacattcacacctgcggaatttgacttaactccttatcttatcccgggagacaataagcttgccgttgaagtgtatcgttggtgtgacgccagttggctggaggatcaggatttctggagacttagcggcatttttagagatgtctatctttatacaacaccggaagcccatatttatgatttctttgttcgaacagaactggatgagcagtacagacatgctgaattgcagctggatgtgaagcttatggattattttgaaagaacagctgaggcagttattgtgcatgcgcagctttatgatcacgatcagaacgctatctttgatcagccgctttcacagacagtctacttcaatagcgcttctacacagacgctccaattctcttcttctattattgacccgttaaaatggagtgcggaacatccgaatctttatacgttagtgttgtctttacatcatgtggatggagagctcatggaagccgttagctgccgtgttggctttcgtacattcgagcttaaggacggtttaatgaagattaatggaaaaagaatcgtctttaagggcgtgaacagacatgaattctcatgcgatacaggcagatcaattgatgtcgatgatatggtaagagacattcttctgatgaaagcacacaacatcaatgccgttagaacttctcattatccgaatcagacaatttggtatgacctttgtgaccaatatgggctgtatgtaattgatgagacaaatctggagacacatggttcttggagctatggacagacagacttaggcggaaatacggtacctggcagtagacctgaatggagagcgaatgtactggatagatgtaattcaatgctccaaagagacaaaaaccacccttccatcgtcatctggtcactcggtaacgagtcctttggcggtgataactttgtggctatgcatgattttcttaagaaagaagacccttccagacttgtccattatgaaggcctctttcactatagagagagcgatgttgcctctgacattgagagcacaatgtacattagtccggccgatgtggaacagtatgcgcttaatgatccaaagaagccttatattctttgcgagtatagccatgcaatgggcaactcctgcgggggattgcatctttactgggaagtttttgagaaatatgatattttacagggtgcctttatctgggactggattgatcaagcgattcgacttaagcaagccgacggatccatgcatatggcctacggcggagacttcggggaatcccctcatgacggcaacttctgcggaaatggcttgattttcgctgaccgttcagtatctcctaagctgtatgaggtcaagaaatgctaccagaatgttaaatttgaggctgtcgatttagagcgaggcatttatagagtaacaaatcagaatctttttacggatttggcggagtacgcactggcttgggaagtaagctgtaacggcaatcctgtgcttaagggtactgttgatctggctgtccctgcaggagaatctgcagaaatttctgttcctgtggtcgatgaacctaacctgcaatccgagggcgagcatgtcctcacgtttagcctgcaattgaagaaatccacactttgggcagacgcaggccatgaagtggcatgggaacaattcctgctgcctacacctcagtttatggcgggtcaggatcaagactctgttttgacatcagatcgtggtgtgattgtggaggaacaagcagggcgtttaactgttcaggcggcggatgtctcccttcaattcagtacttcaagcggttatctgatctctatgcaaaataaaggcaaggaactgctgctcgaacctgttcgtccgaatttctggcgtgcagttacggataacgatcttgggaacaaacaccatgagcgttgcgcggtttggaatacagcgggagctggctgtacactagcttcctttgaatctcataagaatgtagatggcgtaactgttcgtgctaagtacacagtacctacagtacctatttcttcactgattttggaatatagaatccaagaaaatggctccattgaagtctttgaagagctttcaccgggcatgggcttgccggagattcctgaaattggcctcatgtttatcgttgaagatcgactcgacacagtttcatggtatggcagaggaccgcatgagaattactgggacagaaagacaggcgccagacttggatatttttctggaagtgtccaggatcagttcgttccgtatattagacctcaagaatgcggaaacaaaacggatgtgcgttttgccagtatcactgggggtattaacggctcaggattccgtgtggatggcgatcctgtactggaacttaatgccttgccttggacacctgctgagttggaagcgaatgatcacatttataagctgccagccagtaataaaacagttgtgcgtgtgaactacaagcaaatgggtgtaggtggagacaacagctggggcgcgacgacacatcctgaattcactttgccggcggatcaaacttatgggtttagatttacgattagaatggtgtaa
Supplemental Figure 1: Plasmid map of pLFA (A) and β-gal-Pw sequence codon-optimized for B. subtilis (B).
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Automatisch generierte Beschreibung]
Supplemental Figure 2: Growth curves of the recombinant B. subtilis strains for β-gal-Pw production.

 [image: Ein Bild, das Text, Screenshot, Schwarzweiß, Design enthält.

Automatisch generierte Beschreibung]
Supplemental Figure 3: SDS PAGE of cell-free extract of recombinant B. subtilis strains. Sampling was done after 32, 48 and 56 h of cultivation. An amount of 5 µg was loaded into each well. M = Marker

[image: Ein Bild, das Diagramm, Text, Plan, technische Zeichnung enthält.

Automatisch generierte Beschreibung]
Supplemental Figure 4: Growth of recombinant B. subtilis strains for the CelB (A) and CsCE (B) production.

[image: Ein Bild, das Text, Diagramm, Entwurf, Reihe enthält.

Automatisch generierte Beschreibung]
Supplemental Figure 5: Growth of B. subtilis 007, RIK1285 and SCK6. The shake flask cultivation was done in fermentation medium at 30 °C. B. subtilis RIK1285 (Takara Bio Inc.#3380) and SCK6 (Zhang et al. 2011) are domesticated B. subtilis 168 derivates. 
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