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Supplementary Table S1 Sequences of tRNAs and the T-boxes used for the phylogenetic analyses

NN I e e e s e A Y
TTGCCAA GEGAGANNI AG---GTC  GEGAG TTEGAGT CTEGT TTCCCGC T CCA
CTICCAR GEAGAN 16---GTT GEGAG TTEGAGT CIEGT CTCCCGE cca
TTECCAA BEAGANN AG---GTT GEGGG TTEGAAC CCEGT TTCCCGC ccA
TTECCAR GETAG | AT---GTC GEGAG TTEGAAT CTEGT CTCCCGC CCA
TTccan GEEGANM AT---GTC  GBGAG TTEGAGT CTEGT TTCCCGE CCA
cTTccAn GEFTCIM TG---G-C  BTEGG TTBGAAT CCGTG ATCCCGC cca
BEACEIN TTECCAR BETGEIN GG---GTC  GEGGG TTEGAAT CCEGT CTTCCGC cca
EGAGEN crrccan GETGANN TG---T-C GIGAG TTGGATT CTGHT CACCCGC cca
CAGENN crrccan GETGANN TG---T-C GTGGG TTEGATT CCEET CACCCGC cca
CARGEIN TTeccAR GETTGIN GG---GTC  GBGGG TTEGAAT CCEGT CTTCCGC ccA
cTEcCAR GETGTIN GG---T-C GHGAG TTEGATT CTEIT CACCCGC cca
TTECCAR BGEGAWNIAC---GTC GIGGG TTEGAAT CCEBT CTTCCGC cca
cTZccAA GETGEMM cT---G-T GHGAG TIEGATT CIETT CACCCGC CCA
cTrccAR GETAGIM TT---A-C GEGGG TTEGATT CCETT CACCCGC cca
TT@CCAA GEFAGIM TT---GCC  GEGGG TTEGATC CCEGT TTCTCGC CCA
TTGCCAR GETGANNIAC---GTC GEGAG TTEGAAT CTEGT CTTCCGC cca
TTECCAA GT---GCC  GEGGG TIEGATA CCEGT TTCCCGC CCA
TTECCAA GEEGAMMIAC---GTC GEGAG TIEGAAT CTEGT CTTCCGC CCA
crccan GETAGWN TT---A-C GEGGG TTIEGATT CCETE TACCCGC Cca
TTGCCAR GEITGIN AA---GTC GEGAG TIEGAAT CTEGT TTCCCGC cca
crrccan GEEAGIIcT---G-T GHGGG TTEGATC CCETT CACCCGC cca
TTECCAA GETGE | GG---GTC GEGGG TTEGAAC CCEGT TTITCCGC cca
CTECCAR GEEGTINTG---T-C GEGAG TTEGATT CTEGT CACCCGC cca
TTGCCAA GGEFGIN GG---GTC GEGGG TIEGAAT CCEGT CTTCIGC cca
CTTCCAA GETGAMMITG---T-T GTGGG TTEGATT CCEET CACCCGC Ccca
CTECCCG AG---G-T [HTHGG TGEARAT CCTHT CTTCCGC CCA

GAACG ;

crEccce GARGGNAG---G-1 ErTHGG TGTARAT CCTET CTTCCGC cca
GAATG
GGTGG

H.aur | GCGGGAA TA GCTIC AGTT-GGT--A GAGC G
H.aur | GCGGGAG TA GCGC AAT--GGT--A  GCGC
H.aur | GCGGGAA TG GCGC AATT-GGC--A  GCGC
D.geo  GCGGGAG TA GCTC AGCT-GGT--A  GAGC
D.geo  GCGGGAA TA GCTC  AGTT-GGT--A  GAGC
D.geo  GCGGGAT TG GTGT AGT--GGT--A  GCAC
B.sub GCGGAAG TA GITC AGT--GGT--A  GARAC
B.sub | GCGGGTG TA GITT AGT--GGT--A  AAAC
B.sub | GCGGGTG TA GITT AGT--GGT--A  AAAC
B.cer GCGGAAG TA GITC AGT--GGT--A  GAAT
B.cer GCGGGTG TA GITT AGT--GGT--A  ABAC
C.tet GCGGGAG TG GCIC AGT--GGT--A  GAGC
C.tet GCGGGTG TA GCTC AAT--GGT--A  GAGT
C.bot GCGGGTG TA ACTC AAT--GGT--A  GAGT
C.bot GCGAGAG TA GITC AGT--GGT--A  GAAC
C.bot GCGGGAG TG GCIC AGT--GGT--A  GAGC
C.ace GCGGGAA TA GCTC AGT--GGT--A  GAGC
C.ace GCGGGAG TG GCTC AGT--GGT--A  GAGC
C.ace GCGGGTG TA ACTC AAT--GGT--A  GAGT
C.dif GCGGGAA TA GITC AGT--GGT--A  GAGC
C.dif GCGGETG TA GCTC AAT--GGT--A  GAGT
E.fae GCGGAAA TA GCTC AGT--GGT--A  GAGC
E.fae GCGGGTG TA GITT AGT--GGT--A  AAAC
S.aur GCAGAAG TA GTTC AGC--GGT--A  GAAT
S.aur GCGGGTG TA GITT AAT--GGC--A  AAAC
S.aur GCGGGAG TA GITC AACT-TTT--A  GAAC
S.aur GCGGGAG TA GITC AACT-TTT--A  GAAC
S.aur GCGGGAG TA TITC AACT-BIT--A  GAAT
S.epi GCGGAAG TA GITC AGT--GGT--A  GAAC
S.epi GCGGGTG TA GTTT AAT--GGC--A  AAAC
S.epi GCGGGAG TA GTTC AACT-BTC--A  GAAC
S.epi GCGGGAG TA GTTC AACT-BTC--A  GAAC
S.epi GCGGGAG TA GTTC AACT-BTT--A  GAAC
S.sap GCAGAAG TA GITC AGC--GGT--A  GAAT
S.sap GCGGGTG TA GTITT AAT--GGC--A  AAAC
S.san GCGAACG TA GTTC AGT--GGT--A  GAAC
S.san GCGGGTG TA GITT AGT--GGT--A  AAAC
S.mut GCGAACG TA GTTC AGT--GGT--A  GAAC
S.mut GCGAACG TA GITC AGT--GGT--A  GAAC
S.mut GCGGGTG TA GITT AGT--GGT--A  ABRAC
S.mut GCGGGTG TA GITT AGT--GGT--A  AAAC
S.pne GCGAACG TA GITC AGT--GGT--A  GAAC
S.pne GCGGGTG TA GITT AGT--GGT--A AAAC
S.aga GCGAACG TA GITC AGT--GGT--A  GAAC
S.aga GCGGGTG TA GITT AGT--GGT--A ARAC
L.inn GCGGAAG TA GTTC AGT--GGT--A  GAAC
L.inn GCGGAAG TA GTTC AGC--GGT--A  GAAC
L.inn GCGGGTG TA GITT AGT--GGT--A  AAAC
L.mon GCGGAAG TA GITC AGT--GGT--A  GAAC
L.mon GCGGAAG TA GTTC AGC--GGT--A  GAAC
L.mon GCGGGTG TA GTTT AGT--GGT--A  AAAC

CTECCTG aG---G-T HrlGG TGTAAAT CCTHT CTTCCGC cca
TTGCCAA GG---GTC GEBGGG TTEGAAT CCEGT CITCCGC CCA
CTECCAA GETGAWMITG---T-T GTGGG TIEGATT CCEHiT CACCCGC cca
CTECCCG AG---A-T [HTHGG TGTAAAT CCTHET CTTCCGC CCA
cTIcccG GARTGIN AG---A-T [HTHGG TGEARAT CCTHT CTTCCGC cca
cricccc GARTGUM AG---A-T [BTEGG TGTAAAT CCTHT CITCCGC cca
TTGCCAA BEECEIN GG---GTC  GEGGG TTEGAAT CCEGT CTTCTGC cca
CTECCAR GEEGANN TG---T-T GIGGG TIEGATT CCEET CACCCGC
GTC GEGGG TTEGAAT CCEGT CGTTCGC
cTccan GETGRMN TG---T-C GEGAG TTEGATT CTEGT CACCCGC
TTECCAR GEEGE I GG---GIC GEGGG TTEGAAT CCEGT CGTTCGC
TTGCCAR GGEGEN N GG---GTC  GEGGG TIGGAAC CTHTE CGTAGGT
CTTCCAA GEEGTNN TG---T-C GEGAG TTEGATT CTEGT CACCCGC
crEccan GEEETMM TG---T-C GBGAG TTEGATT CTEGT CACCCGC
TTGCCAR GGIGE | GG---GTC GEGGG TIEGAAT CCEGT CGITCGC
crrccan GEFETIN TG---T-C GEGAG TIEGATT CTEGT CACCCGC
TTECCAR GETGANN GG---GTC GEGGG TIBGAAC CCEGT CGITCGC
CTTCCAR GEEGTMM TG---T-C GEGAG TIEGATT CTEGT CACCCGC
TTGCCAR BEEGGIN GG---GTC GEGGG TTEGAAC CCEGT CTTCCGC
TTECCAA GEEGEIN GG---GTC GEGGG TTEGAAC CCEGT CITCCGC cca
HEAGEWWN crzccan GETGHIN TG---T-C  GIGGG TTGGATT CCEET CACCCGC CCA
CAGEIN TTGCcAR BTG GG---GTC  GEGGG TTEGAAC CCEGT CTTCCGC T CCA
TTGCCAR GETGEIN GG---GTC GBGGG TIEGAAC CCEGT CTTCCGC T CCA

BGAGEWN crTccan GETGEMMN TG---T-C  GTGGG TIGGATT CCEfiT CACCCGC T CCA
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H.aur GCGAATGGCGACGGGGAGCCAATCACAATAGATCTCAAAGGTGCCTTGGTTCAACCAAGGAACTGEEETGGAACCGCE
D.geo GCGAAGEGCGGCGGGGAGCTAATCACTTCTGCAAAAGTGCCGGGGTGGACGGACTGTTCCTCCCGGAACTGGGECTCGARACCGCE
B.sub ACGARAGGCATTCTTGAGCAATTTTAARAAAAGAGGCTGGGATTTTGTTCTCAGCARACTAGCGTGGAACCGC

B.cer GGAAACGGCAGTCTCGAGCAATACGTGATAAAGTGGATGCACCTTTTGTGTATCAACTACCGTGCGAACCGCE
C.tet GTGAATGGAGCTCAAGAGTGTAAAATGTAGAGCAGGGCTGTTGCCAAAAAGGGTGGAACCGCG

C.bot ATGAAGGGAGCTTTTGAGTATTTAATTAGAAAGTAGGGCTATAGCCARAAAGEGTCGAACCGCE

C.ace AGTAGTGGAGTCTTTCGAGTATTTTTAAAAGAAARGCAGGGCTATTGCCAATRAACCGTCCAACCGCE

E.fae TTGAAAGGCACTTTGGAGTACGACAAACGAAGCTGCCGATGAACACATCGGAAGTAGEGGTGGAACCGEG

S.aur AAGATTGGCGCAACGAATCATTTTAAAATAAAAGCGAGTGACTACACTAATTTGCGTGCGAACCGCG

S.epi TATTTTGGCATATGATTAAATTTTTATAAAAGCGAGTGTTTACACTAATTTGGEGTGGARCCGCE

S.sap AACAATGGCTAAAATTAAATGATAGTTAAAAGCGAGTGTACACACTAATTTGCETGCAACCGCE

S.san GCAGATGEGCGCTTTCGGTTATAATTTCAAAAGTAATGAAGTAATAAATTAGCGCTGCAACCGCG

S.mut AGGACTGECACTTTCTCTTGGCTAATAGCCAAGCTAACAATCAGATAAATGAAGTAATARAT TAGGGTGGARCCECE
S.pne AGGGCTEGEEGCTTTCTGTAGTATTTTCAAAAACAATGAAGTAATABATTAGGEGTGGAACCGLE

S.aga BATATTGGCACTTTTTAGTGAGTAAAAGTACAATCAAAAATGAAGTAATAAATTAGGGTGGAACCGCE

L.inn TGTGRAAGGCGTTCTGGAGTACAGCGAARATCAAGGTGGGAATTGTTTAAATTCCARATAGGGTGCGAACCGCE

L.mon TGTGAAGGCGTTCTGGAGTACAGCGAAATCAAGGTGGGAATTGTTTAATTCCARATAGGEGTGGAACCGCE
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The annotation numbers used are: Haur_4697: H. aurantiacus ATCC 23779; Dgeo_1716: D.
geothermalis DSM 11300; BSU25270: B. subtilis str. 168; BCE_5053: B. cereus ATCC 14579;
CTC00212: C. tetani E88; CBO3517: C. botulinum str. ATCC 3502; CAC3195: C. acetobutylicum
ATCC 824; EF2408: E. faecalis V583; SA1394: S. aureus N315; SE1252: S. epidermidis ATCC
12228; SSP1191: S. saprophyticus ATCC 15305; SSA_1881: S. sanguinis SK36; SMU_444: S.
mutans UA159; SP_1477: S. pneumoniae TIGR4; SAG0268: S. agalactiae 2603V/R; 1in1496: L.
innocua Clip11262; Imo01459: L. monocytogenes EGD-e.
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SUPPLEMENTARY FIGURES LEGENDS
Supplementary Figure S1 3D representation of tRNA®Yscc. The main positions that were found
protected by tigecycline and neomycin B are indicated.
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Supplementary Figure S2 ICso values calculation for tigecycline and linezolid (0.103 pg/ml and 85.43

pug/ml, respectively).
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Supplementary Methods
In vitro transcription and purification of S. aureus GT-box and P1 tRNAC®Ygcc

The S. aureus GT-box and P1 tRNAC®Yscc are cloned into pUC57 vector by GenScript and
pUC18 vector, respectively (33). Both plasmid constructs were designed with a T7 promoter
leader sequence and the terminal BstNI restriction enzyme recognition site. After BstNI
digestion and linearization, the plasmids were treated with phenol:chloroform:isoamyl alcohol
(25:24:1), precipitated with ethanol and used as template for subsequent in vitro transcription
using T7 RNA polymerase. The linearization efficiency was confirmed on a 1% agarose gel.
Run-off in vitro transcription reactions were carried out at 30°C for the GT-box and 37°C, for
the P1 tRNA®Yscc for 16 h. The reactions mixtures contained 10 ug of purified linear plasmids
as template, 500U T7 RNA polymerase (Takara), 2 mM of each ribonucleotide (rUTP, rGTP,
rCTP, rATP), 160 U RNasin (Takara), 8U inorganic pyrophosphatase (New England Biolabs)
and DTT (5mM final concentration) up to a final volume 500uL. The reactions were stopped
by placing the mixture on ice followed by DNase | digestion of the template,
phenol:chloroform:isoamyl alcohol (25:24:1) extraction, and ethanol precipitation.
Subsequently the transcripts were purified on an 8 or 10% PAGE/8M urea. The band
corresponding to the correct transcript length was excised after visualization under a UV lamp
and the transcript was eluted in the presence of buffer containing 10mM Tris-HCI pH7.5,
300mM KCI, 1mM EDTA at 4°C for 16 h in continuous shaking. The eluted transcripts were
ethanol precipitated, denatured by heating at 65 °C for 5 min and refolded with slow cooling
in the presence of the same buffer with the addition of 1 mM MgCl,. After refolding the
transcripts were loaded on a gel filtration column (Superdex 200 10/ 300 GL-AKTA FPLC
system) using the same buffer to be further purified from nucleotides and unwanted bulky
conformations (i.e. dimers), unless indicated otherwise. After elution, the properly folded and
structured transcripts were analysed for size and quality on an 8 or 10% PAGE/8M Urea.
Representative chromatographs and gels stained with methylene blue (0.025%) are

presented in Supplementary Figure S3.
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Supplementary Figure S3 Chromatographs corresponding to purification of T-box (upper panel)
and P1 tRNA (lower panel) on a gel filtration column column (Superdex 200 10/ 300 GL-
AKTA FPLC system). The inserts correspond to eluted transcripts analysed for purity and
correct size on 8 or 10% PAGE/8M urea.
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