PylSn and the homologous N-terminal domain of pyrrolysyl-tRNA synthetase bind
the tRNA that is essential for the genetic encoding of pyrrolysine*
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Name Sequence

PyISnF CCATGGGCATGAGAGGAGTGTCCCAGGCTTCTGAGGAAAAG

PyISnR GCGGCCGCTTAGTGGTGATGATGGTGATGCCGCCGAAGATGTGA
GCCATAATGCTGGC

92SF CATATGGTGAAAGTTAGGGTAG

92SR CTCGAGCAGATTGGTTGAAATCCC

FusCF CCATGGAGGAGGATATCTCTGTTTCTGCAAAGGC

FusCR GGATCCTTAGTGGTGATGATGGTGATG CAGATTGGTTGAAATCCC

FusNF CCATGGAGAGAGGAGTGTCCCAGG

FusNR GATATCAAGATGTGAGCCATAATGCTGG

PyITF TCTAGACCCATTTCCAGCTGCTCC

PylTR TCTAGACCCATTTCCAGCTGCTCC

Supplementary Table 1. Primers used in this report.
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MRGVSQASEERRRYYRENVDF FNLVE RIKLW PSRSG TLHGI KAMTRRGNTAEIVTH CNRRF ITYNS RHSRAZARW
————————————— MDREKPLDV--LISATGLGMSRTGTLHKIKHHEVSRSKIYIEMACGDHLVVNNSRSCRTARA

LRNKLHFGVC PHCRI PEWKL QKYSS TVMSQHYGSHL==== == === === == == === ——m—— ——— o ——
FRHEKYRKTCKRCRVSDEDINNFLTR STESK NSVKV RVVSA PKVKK AMPKS VSRAP KPLEN SVSAK ASTNT SRS

VPSPARSTPNSSVPASAPAPSLTRSQLDRVEALLSPEDKISLNMARPFRELEPELVTRRENDFQRLYTNDREDY
————————— LSS-—FWTRVQYQRLRELNASGEQLEMGFSDALSRDRAFQGI EHQLM SQGKRHLEQL RTVKH RPA

LGRLERDITKFFVDRGFLEIRSPILIPAEYVERMGINNDTELSRKQ IFRVDRNLCLRPMLAPTLYNYLRRLDRIL
LLELEEGLARALHQQGEFVQVVTPTI ITRSALARMT IGEDHPLFSQVFWLDGRRCLRPMLAPNLYTLWRELERLW

PGPIKIFEVGPCYRKESDGREHLEEFTMVNFCOMGSGCTR-—ENLEALIREFLDYLEI-DFEIVGDSCMVYGDT
DRPIRIFEIGTCYRERESQGAQHLNEFTMLNLTELGTPLEERHQRLEDMARWVLEAAGIREFELVTESSVVYGDT

LDIMHGDLELSSAVVGPVSLDREWGIDKPWIGAGFGLERLLRVMHGFRNIRKRASRSESYYNGISTNL 419
VDVMRGDLELAS GAMGPHFLDERWEIVDPWVGLGFGLERLLMIREGTQHVQSMARSLSYLDGVRLNIN 280

Supplementary Figure 1. Protein sequences alignment of D. hafniense PylSn, PylSc and M.

barkeri MS PylS. Sequences were aligned with clustalW2. Parts of the alignments were then

adjusted and optimized manually. Identical residues were shown in red, conserved residues

were shown in blue.



