	Plasmid
	Genotype/Construction/Comment
	Reference/Source

	Parent plasmids

	pSEVA132
	pBBR1 ori, AmpR
	[1]

	pCKO1
	pSC101 ori, CmR
	[2]

	pKTs
	pUC ori, AmpR
	[3]

	Adk insertions

	pSEVA132-adk
	pSEVA132 encoding for C-terminally 6xHis-tagged Adk under control of its natural promoter. Adk including its promoter were amplified from E. coli genomic DNA using primers adk-forward and adk-reverse and cloned into pSEVA132 via restriction sites XmaI and SacI This construct was used as template for the insertion of various TEV cleavage sites. 
	[4]

	pSEVA132-adkD76
	All internal TEV-tag insertions were constructed by amplification and re-ligation of pSEVA132-adk using the forward and reverse primers for each specific insertion variant given in Supplementary Table 5. All forward primers were purchased as 5'-phosphorilated oligonucleotides.
	This study

	pSEVA132-adkP140
	see pSEVA132-adkD76
	This study

	pSEVA132-adkA186
	see pSEVA132-adkD76
	This study

	pSEVA132-adkA93
	see pSEVA132-adkD76
	This study

	pSEVA132-adkA93, K97, A99.1, A99.2 
	constructed as outlined in Supplementary Figure 11
	This study

	GpsA insertions
	

	pSEVA132-secBgpsA
	pSEVA132 encoding for SecB and C-terminally 6xHis-tagged GpsA under control of the natural promoter of the operon. The natural secB-gpsA transcriptional unit was amplified with primers secBgpsA-forward and secBgpsA-reverse and cloned into pSEVA132 via restriction sites PacI and XmaI. This construct was used as template for the insertion of various TEV cleavage sites
	[4]

	pSEVA132-secBgpsAC49
	All internal TEV-tag insertions were constructed by amplification and re-ligation of pSEVA132-secBgpsA using the forward and reverse primers for each specific insertion variant given in Supplementary Table 5. All reverse primers were purchased as 5'-phosphorilated oligonucleotides.
	This study

	pSEVA132-secBgpsAP60
	see pSEVA132-secBgpsAC49
	This study

	pSEVA132-secBgpsAM99
	see pSEVA132-secBgpsAC49
	This study

	pSEVA132-secBgpsAI132
	see pSEVA132-secBgpsAC49
	This study

	pSEVA132-secBgpsAQ269
	see pSEVA132-secBgpsAC49
	This study

	pSEVA132-secBgpsAD56.1
	Constructed as pSEVA132-secBgpsAC49, but Gibson assembly was used instead of re-ligation. 
	This study

	pSEVA132-secBgpsAD56.2
	 see pSEVA132-secBgpsAD56.1
	This study

	TpiA insertions

	pCKO1-tpiA
	pCKO1 encoding for C-terminally e-tagged tpiA under control of its natural promoter. This construct was used as template for the insertion of various TEV cleavage sites. tpiA and its promoter were amplified from E. coli chromosomal DNA and cloned into the MCS of pCKO1 via restriction sites XbaI and HindIII
	This study

	pCKO1-tpiAE55.1
	All internal TEV-tag insertions were constructed by amplification and re-ligation of pCKO1-tpiA using the forward and reverse primers for each specific insertion variant given in Supplementary Table 5. All reverse primers were purchased as 5'-phosphorilated oligonucleotides.
	This study

	pCKO1-tpiAE55.2
	See pCKO1-tpiAE55.1
	This study

	pCKO1-tpiAE55.3
	See pCKO1-tpiAE55.1
	This study

	pCKO1-tpiAN69
	See pCKO1-tpiAE55.1
	This study

	pCKO1-tpiAT130.1
	See pCKO1-tpiAE55.1
	This study

	pCKO1-tpiAT130.2
	See pCKO1-tpiAE55.1
	This study

	pCKO1-tpiAT153.1
	See pCKO1-tpiAE55.1
	This study

	pSEVA132-tpiAL70
	Constructed as pCKO1-tpiAE55.1, but Gibson assembly was used instead of re-ligation.
	This study

	Adk cleavage analysis

	pKTs-adkwt
	pKTs encoding the natural Strep-tagged Adk under control of an anhydrotetracycline inducible promoter (Ptet)
	This study

	pKTs-adk76.2
	pKTs encoding Strep-tagged Adk 76.2 (TEV-tag only) under control of an anhydrotetracycline inducible promoter (Ptet)
	This study

	pKTs-adk76.3
	pKTs encoding Strep-tagged Adk 76.3 (TEV-tag plus 5 aa flanks at C-terminus) under control of an anhydrotetracycline inducible promoter (Ptet)
	This study

	pKTs-adk76.4
	pKTs encoding Strep-tagged Adk 76.4 (TEV-tag plus 7 aa flanks at C-terminus) under control of an anhydrotetracycline inducible promoter (Ptet)
	This study

	
	
	

	TEV protease expression
	This study

	pKTs-TEVopt
	pKTs encoding for TEVopt (see the section on TEV protease in the Online Methods) under control of a T7 promoter. The protein was produced in strain BL21(DE3) The gene coding for TEVopt was cloned into pKTs via the unique restriction sites NdeI and XhoI.
	This study

	pEXP3-TEVsol
	His-tagged TEV protease (same mutations and deletions as TEVopt) under control of a T7 promoter, expressed as auto-cleaved MBP fusion protein, p15A origin, KanR
	Gift from Luzi Pestalozzi
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