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Figure S1. Sequence presentation of functional regions of pRITHP, pRIT33, pRIT36, pRIT39, pRIT42, pRIT45, and pRIT48 constructs. The RIT sequences are presented in red. The stem sequences are underlined. The inserted stop codons (UAA) in the distant mutants are highlighted in red. The genetic distances between the translation stop codon of galM and the RIT site are shown by the double arrows. Related to Figure 2.
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Figure S2. Sequence presentation of functional regions in pRDTin construct. pRDT° mutant was generated by replacing all 23 cytidines in the rut site coding sequence with guanine (g) shown in pink to inhibit RDT 1. In pRDTin, the rut site coding sequence in pWT was inserted in-frame at the end of galM upstream of the stop codon in pRDT°. The inserted ‘rut site coding sequence’ is shown in blue, between the BamHI and SphI sites highlighted in cyan, followed by the galM stop codon (UAA) shown in red. The RIT signal (the terminator hairpin) is presented in red. The stem sequences are underlined. Related to Figure 3.

Table S4. Oligonucleotides. 
	Primer name
	Primer sequences (5′→3′)
	Usage

	-73-EcoRI-F
	GGCGAATTCAATTCTTGTGTAAACGATTCC
	Cloning the gal operon and gpmA into pCC1BAC (pWT)

	gpmA-BamHI-R
	ATGCAGTAAGGATCCGTCGCGGGTAAGG
	

	3RP
	AGCATGCGGCCGCTAAGAAC
	RT and PCR for 3′ RACE

	M3-F
	TCCGCACGACGGCCTGAAAT
	PCR for 3′ RACE

	M4240-F
	CGAAGAGTATTCCAGCCTG
	Primer extension for 3′ RACE

	E1-F
	ATGAGAGTTCTGGTTACCGGTGGTA
TGGGCTTTTTGCAGATCGGTGAGGA
	galE DNA probe generation for Northern blot

	E2-R
	
	

	galHind-F
	CACCGTTTATGGCGATCAGCCC
	PCR mutagenesis

	gal-2865-F
	CATGAACTGGACCCGATCGTGG
	

	gal-4333-R
	TGTCGGTGGGATCCGGTGATTTGAACAATATG
	

	E-Hairpin-WTins-F
	ACCGGATCCCGCAAAGCGCCCCTGG
	pRITHP construction

	E-Hairpin-WTins-R
	TGGGCATGCTTTCCTGCGCCCCCTG
	

	galMRITº2-F
	ATGTTACCGCCTCGTCATGAGGGC
	pRITºHP construction

	galMTAA -33-F
	GACGGAATATCAGTTTATTGCTTAAAAATGTTAC
	pRIT33 construction

	galMTAA -36-F
	GACGGAATATCAGTTTATTTAAGAGAAATGTTAC
	pRIT36 construction

	galMTAA -39-F
	GACGGAATATCAGTTTTAAGCTGAGAAATGTTAC
	pRIT39 construction

	galMTAA -42-F
	TTCCAGCCTGACGGAATATCAGTAAATTGCTGAG
	pRIT42 construction

	galMTAA -45-F
	TTCCAGCCTGACGGAATATTAATTTATTGCTGAG
	pRIT45 construction

	galMTAA -48-F
	TTCCAGCCTGACGGAATAACAGTTTATTGCTGAG
	pRIT48 construction

	galMCRR-F
	GGAGATATTTGGAAGTGAATATTGAGAAGAAGGTTAGAGTGGGGGAGTATTTTCG
	pRDTº construction

	galMCRR-R
	CTTCCAAATATCTCCCTCTTTCCTCCTCATTTCAACAATATGAGATAAAGCCCTC
	

	4144BamHI-R
	GAGGGATCCGTAAGGTTCGGTTCC 
	pRDTin construction

	M4144BamHI-F
	GAGGGATCCGTAAGGTTCGGTTCC 
	

	CG-BamHI
	TACGGATCCCTCATATTGTTCAAATCAC 
	

	CG-SphI
	TTAGCATGCTTGCCGCGACGAAGCAAC 
	

	galM8Us-F
	TCATGAGGGCTTTTTTTTATATTGTTCAAATCACCAGC 
	p8Us construction

	galMCRR8Us-F
	TCATGAGGGCTTTTTTTTATATTGTTGAAATGAGGAGG
	pRDTº8Us construction

	gal2757-F
	GTTGGCAGCGAATACAACAC
	Plasmid sequencing


Table S5. Plasmids. 
	Plasmid #
	Description
	Source

	pHL1703
	pWT, contains galETKM and gpmA (pGalgpmA)
	1

	pHL2748
	pRITHP, CmR
	This study

	pHL2749
	pRIT°HP, CmR
	This study

	pHL2764
	pRIT33, CmR
	This study

	pHL2765
	pRIT36, CmR
	This study

	pHL2766
	pRIT39, CmR
	This study

	pHL2767
	pRIT42, CmR
	This study

	pHL2768
	pRIT45, CmR
	This study

	pHL2753
	pRIT48, CmR
	This study

	pHL1969
	pRDT°, CmR 
	This study

	pHL1933
	pHL1933 (contains gal sequences from -73 to +4,144 in pCC1BAC), CmR
	This study

	pHL1977
	pRDTin, CmR
	This study

	pHL1951
	p8Us, CmR
	This study

	pHL1953
	pRDT°8Us, CmR
	This study
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CGAAGAGUAUUCCAGCCUGACGGAAUAUCAGUUUAUUGCUGAGUAAUGUUACGCCCUCGUCAUGAGGGCUUUAUCUCAUAUUGUUCAAAUCACC

pRITHP

30 nucleotides

CGAAGAGUAUUCCAGCCUGACGGAAUAUCAGUUUAUUGCUUAAAAAUGUUACGCCCUCGUCAUGAGGGCUUUAUCUCAUAUUGUUCAAAUCACC

pRIT33

33 nucleotides

CGAAGAGUAUUCCAGCCUGACGGAAUAUCAGUUUAUUUAAGAGAAAUGUUACGCCCUCGUCAUGAGGGCUUUAUCUCAUAUUGUUCAAAUCACC

pRIT36

36 nucleotides

CGAAGAGUAUUCCAGCCUGACGGAAUAUCAGUUUUAAGCUGAGAAAUGUUACGCCCUCGUCAUGAGGGCUUUAUCUCAUAUUGUUCAAAUCACC

pRIT39

39 nucleotides

CGAAGAGUAUUCCAGCCUGACGGAAUAUCAGUAAAUUGCUGAGAAAUGUUACGCCCUCGUCAUGAGGGCUUUAUCUCAUAUUGUUCAAAUCACC

pRIT42

42 nucleotides

CGAAGAGUAUUCCAGCCUGACGGAAUAUUAAUUUAUUGCUGAGAAAUGUUACGCCCUCGUCAUGAGGGCUUUAUCUCAUAUUGUUCAAAUCACC

pRIT45

45 nucleotides

CGAAGAGUAUUCCAGCCUGACGGAAUAACAGUUUAUUGCUGAGAAAUGUUACGCCCUCGUCAUGAGGGCUUUAUCUCAUAUUGUUCAAAUCACC

pRIT48

48 nucleotides
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GCC AGU GAG UUU CUU GCC GAC GAC GAU CAG CGC AAA GUG AAA GGU UAC GAU CAC GCA UUC UUG UUA CAG GCC AAA GGC GAU GGC AAG AAA GUG GCG GCG CAU GUC UGG

UCA GCA GAU GAA AAA UUG CAG CUG AAG GUC UAC ACC ACC GCU CCG GCU CUG CAA UUC UAC UCC GGC AAC UUC CUC GGC GGC ACA CCG UCG CGG GGA ACC GAA CCU UAC

GGA UCC CUC AUA UUG UUC AAA UCA CCA GCA AAC ACC GAC AUA UUU GCA ACU CAA UAU UCA CAA CAA CCU UAC ACU GCG CCA CUA UUU UCG CUA UGG UUAUGC GUAAGC AUU

GCU GUU GCU UCG UCG CGG CAA GCA UGC UAA

UGUUACGCCCUCGUCAUGAGGGCUUUAUgUgAUAUUGUUgAAAUgAggAGgAAAgAggGAgAUAUUUGgAAgUgAAUAUUgAgAAgAAggUUAgAgUGgGggAgUAUUUUCGCUAUGGUUAUGCGUAA

GCAUUGCUGUUGCUUCGUCGCGGCAAUAUAAUGAGAAUUAUUAUCAUUAAAAGAUGAUUUGAGGAGUAAGUAUAUGGCUGUAACUAAGCUGGUUCUG

pRDTin


