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Table S1. Sequences of fast-cyclizing peptides selected from libraries I-1V.

Library | Library Il Library 111 Library IV
SAKE GTUYE SEHUWE XXXXAE ¢TRAQEE HDEWXXE
RADE UUUQE WDeURE XXXXSE PSUAFFE WEGNXXE
NFTE ¢AUSE NYWEYE XXXUPE SepEWQE KFopSepAE
SoGE NFFPE FRFGoeE XXXXWE GoSGTeE XXXXpGE
PNPE TKKAE ADYoYE WoeSUFE UTKSFSE ¢WSeRYE
APGE YoNNE NUopoDE KNoGUE RPDTTHE WY opSXXE
QToE AKNoE ¢ENoDE QHAoNE XUTKFSE oVooKGE
PWNE DQTHE GGDNHE XXXTKE FKYXXXE VWoeFXXE
DWFE PoWoE EUKPWE HGGKUE XXXXXoE QUeooDE
YYHE ¢PAGE UAP@RE TPFNeE XXKVXXE SeFXXPE
KERE PPooE RTWoeoE XXSKPE RGEWSFE YVoUpWE
NeEGoE TPeXXE TQWoeQoeE UHAXXXE
SPFFEE XXQToE HSeKAQE VNeKoUE
XXXXYE R@STKE EUFSSRE TWYTHoE
EUUH¢E XXXDWE HGoNXXE AKHXXXE
¢eHNNYE NNEASE SeNVeHE NTTeQRE
¢GYQWE ¢WYWHE KYUVVeE EeTQVoE
XXXXPE XXXNoE GoDoTYE eYKXXXE
XUTTEE EQTRRE KEKoUo@E UVSoeeoE
WPGEFE FXXXXE EDNNWYE RVVQeAE
TNWKTE XXXXRE FPPQSAE VPoXXXE
XXXHRE HYNVTE VoSFUGE KSSeUPE
XXXXpE YDYPSE KGNSEGE XXXXXFE
PGTWo¢E XXXXKE XXXXXAE KKGEUAE
XXXoGE DGTAYE VoVSAGE POVXXXE
UFYKEE HQTAHE UVQYeUE UDSeURE
AWeWNE XXNTGE XXXXKPE ¢HeENFE
SeEHWE RK@HSE KKNNXXE RoVSXXE
XXXXPE YTHR@E VUQGXXE TKTANPE
GKoEYE UeSPYE QoYHFFE NWoeSDYE
XXXoNE UeSYUE HTWDY@E NHRXXXE
XXAQNE ¢oGTRE @oFDKV@E GoFUKFE
XXUVTE eUAXXE DAVUgoE ¢TGXXXE
VoQUSE XXXXRE ETFUYAE DTTXXPE
VSTFSE KENFWE
KYUNTE XXXXUE
QN¢DEE

¢ = Ile, Leu and Nle; U = Abu; X = amino acid whose identity could not be unambiguously determined.
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Table S2. Sequences of fast cyclizing peptides selected from library V.

Library V

TRALHNSE XXXXXNPE TWKVPA@E KDYDXXXE
GDUFYXXE SESQeYGE XXAVVVeE ReYUUGFE
MFDENARE ¢TKAQPWE oPooNPWE ReEQKVAE
TSDUMYTE PEpSXXXE ReHopeDeE KYSXXXXE
DFEQHXXE FFFHWDEE TNeFeDYE FQFeQHTE
NUETUYPE WYU@AHQE XWYGEKPE DEHXXXXE
APFYXXPE QRooTSEE DDHWSYYE TWNKQPFE
ALHTFQSE ¢YAVDVUE eoTVUVeE YUXXXXXE
TFHFEWHE KFUPYoWE TEAEK@TE KYENF@EE
IFIMDQYE ETKATVRE SYNNKToeE OVoFXXXE
TQISGXXE XXXXXXGE HRQEUKQE ¢oKPFYTRE
SWKSEYQE GNKGHKEE ¢TDeDoGE DRoSDKPE
KILIRTTE XXXXXXPE TKTGTTWE FoeUSUgE
HEMIHYPE QNNSFFAE HFGNHYAE Ke@FRTPE
MESGTSQE XXXXXGTE NPoUeeTE HoXXXXXE
QISIUDIE VQYNYVWE YoFoEKQE DFGVRWoE
ADYTDNoE VTeTYVYE QoKUETEE PEeSXXXXE
TKWFEPFE OEppXXXE GOAFETWE KopGXXXE
KTeeDeYE 09ppYQFYE XFTWVVoeE RSSDUTHE
TPNXXXXE ATWSVDAE eOOXXXXE APOXXXXE
ONeQKopoE RQFeGDUE SVUKQARE XXAppoFE
ApDYYTFE DeRKHDWE FYDYNYYE eUHQKVQE
XXXXXKUE TTYE@eUE XXXXSANE YoGUWVPE
YVTKAN@E EDNNFUKE TeNVPUAE EVTAFYYE
AFQGAFFE TeTYARNE KSFToVeE DUQXXXXE
Y XXXXXXE NWHXXXXE QKYEWEHE NGeXXXXE
FXXXXXXE XXXXXXEE SVEKTFYE GSXXXXXE
XeFNoooE XXXXXXPE GDAHVKAE NKVeNEUE
DQNQSWVE RTWGKFEE FPUDPEDE ¢QEUPDWE
XXXTKoGE DYFWVARE oUpNTQKE HQVEoeYYE

QUEDXXXE
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¢ = Ile, Leu and Nle; U = Abu; X = amino acid whose identity could not be unambiguously determined.
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Figure S1. Histograms showing the amino acid composition/sequence of fast cyclizing peptides selected from
libraries | (2) to V (e). The y axis value represents the frequency (maximum value 1.0) at which each amino acid
(x axis) was selected at a given random position (X' to X’ on the z axis). ¢ = Ile, Leu and Nle. U = Abu.
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Table S3. Sequences of poorly cyclizing peptides selected from libraries I-1V.

Library | Library Il Library I11 Library IV
oKUE AQVFE YDGFPE FoNAKE ASHFRKE APKNWRE
GNFE FFKGE HPWHPE ENFFRE SKKFRHE YRSXXXE
GUKE oPARE HKE@UE HGKTKE KKQHKHE XXTWKHE
AHKE KVTPE HHKKRE VHK@KE HRKQVFE YKK@NRE
TRKE KTDNE GKKKFE KHKTKE TWeKVRE AHFKWRE
TTKE TKYAE FYKRNE PARGPE WRKKHSE KYYXXXE
XTKE VKRKE @ARRRE GSRRFE VHPKFKE TPNXXXE
TTKE KHYRRE TKNFKE TYYRVFE TKGRXXE
GRNE RWWRFE RQYKRE YYKRYQE XXXKGYE
KRPE TKTRRE HFKTKE KUURRFE TYAXXXE
SKRE TWYRRE KNNRRE TKYXXXE ARAFRQE
XKRE ¢YRWFE PHKTKE GAKHEAE KVTYRRE
XKRE TKNRKE TTKRKE YKUHUEE PYYE@RE
KQRE YTKRUE KYXXXE YFGRKYE YRKGRoE
GRSE TKYRRE TFKTKE UNXXXXE RKFTYRE
URSE RHTTKE ReYRKE UHAREFE TWTFHRE
KPTE QRUKRE @YNRRE TYKXXXE FRTRXXE
TKYE HKKTKE KRFRNE GYYXXXE YoRNKKE
RYGRKE VHRKKE YKFoRFE RYKAFKE
KYRRPE XXXXXE KTKYXXE GHKKRYE
TFRKGE ORKNoE ARFKQYE RYSARNE
TKXXNE RRGWYE TYFXXXE FeRRTKE
VRKYRE XXXXXE YYSPKRE YYSRRKE
TKKTPE PSHRRE RKFHR@E YoRNEKE
ERYRKE YKYTRE TKFeWKE @oKKWRNE
KKHYRE YGRRoE AYRKSYE RQYWNRE
KYFKHE YRNYVE
ORNWVE WRKQE
YEXXX E XGKRoE
RNDFYE VQSSRE
KYoHRE YRGRYE
GTKXXE WRY@KE
XXYRFE RVYYKE
RTVNFE WKFKKE
RHYFRE FTRRYE
YTNFNE RPWKRE
TKSRNE VYRRHE
KTHYRE RYGTRE
KYGKHE KYTWRE

¢ =1Ile, Leu and Nle; U = Abu; X = amino acid whose identity could not be unambiguously determined.
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Table S4. Sequences of poorly cyclizing peptides from library V

TWQNAVAE KNKoFHQE TKUUEWNE @UHGKGRE
NVKWKWUE PPGPGK@E GAKFAKNE TUTKUUSE
SSGNPUE PTKRDKgE Y@SFVTPE KFTWRSSE
YKYFTKUE A@HYHRGE RFUTNKPE KYGKHYSE
WRQTYKUE PPUNK¢oE TUYTKRPE ©KSGoSE
PYLKNEUE UTK@KHgE FREERTPE IQTTQKSE
HDNSKPEE AHPKYGKE SYRKKPE YRYRDHTE
ETHDGIEE YRWNSYKE RSFQKHPE KGGHRPTE
XPNKRKEE TNYTK@KE TUTKVKPE UHRNRPTE
UQKFQTFE PNGKPTKE QEKVVPPE WTKTKNTE
RTTQKHFE HRNUKTKE KY@NVKPE NSPD@PTE
FKK@VWFE FNHHGKE DEKKEWPE KTTKKSTE
HAD@SRFE QoFHTTKE FKKDLLQE FPYKRTE
RRFHQUFE TFQNPKKE TSRFQDQE YoKHQRTE
RIKKKKFE HTK@KGKE MATPTIQE RWQRGAWE
HRUTWWGE TKKVSYKE TWTN@KRE FNNWPKWE
RFENKYHGE ETHKPTKE RVPYYHRE YSRPOKWE
NQHK@RGE HEKTYUKE YYEHRYRE NV@DTPWE
RFKYHKGE RRUTGRKE KNKGYYRE PNNRRQWE
KoYKQHGE AKYAFRKE TVKNGHRE KANAADWE
KKNWKVHE TWRQHVKE APFNVKRE VFKGGQWE
YTKRWKHE YYGKKTKE HVUWNVRE GHGKTRYE
YTWYRHHE GYNKNHKE HTAKGKRE N@FDFKYE
UKYARHE KRDKTKE UTPYNVRE YKYWRTYE
YNKFoHHE UQPHKGKE GKYKNYRE NSTWSRYE
RHGKQRHE oKYKTNKE UTKPFARE SYTKSKYE
GYQKUK@E GDoQNVKE SYRGNNRE PTGYKGYE
KHHKQRGE RKUYNYKE ATUTK@RE DENKTFYE
DKFERRE NASHDWKE UTTUKRRE PUHGHYYE
QKToNVoE UPYKFTKE oKSKEHRE WRK@SVYE
WKHHoKGE ADGIRKKE oNYPRRE TTRKKQYE
FHSHRK@E TAKAFUKE THGHKKRE PTNYKTYE
UTUTKVGE UHRVKKKE YGHGKKRE SPANFKYE
GKRPRKE KYTSSTKE A@KAKRRE QKKRUUYE
KEFYGFgE TeNKYNNE PPKYDNRE RNKTEWYE
RADE@R@E KUTPYGNE YKGERRRE YKKTGVYE
KYSPNFoE TYKTK@NE YNVWTKRE @HRAAKYE
@FKYSKoE RYHTTVNE QYSYTDRE
RAGKRWoE YRKREKNE GAFVYKRE
VDUEFKE AYHKKYNE N KAKFIRE
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¢ = Ile, Leu and Nle; U = Abu; X = amino acid whose identity could not be unambiguously determined.
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Figure S2. Histograms showing the amino acid composition/sequence of poorly cyclizing peptides selected from
libraries VI (a) to 1X (d). The y axis value represents the frequency (maximum value 1.0) at which each amino
acid (x axis) was selected at a given random position (X* to X’ on the z axis). ¢ = Ile, Leu and Nle. U = Abu.
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Figure S3. Representative MALDI-TOF MS spectra for some of the resynthesized fast- and poorly cyclizing
peptides in Table 2. M*, homoserine lactone; M, norleucine.
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£ Peptide 10: cyclo(SKKFRHE)BBNRM*
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Figure S4. Representative HPLC chromatograms for some of the resynthesized poorly cyclizing peptides in Table
2. M*, homoserine lactone; M, norleucine.
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Peptide 9: cyclo(TKYRRE)BBNRM*

AU

Peptide 11: cyclo(KVTYRRE)BBNRM*
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Peptide 13: cyclo(IKYKTNKE)BBNRM*
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Figure S5. Histograms showing the amino acid composition/sequence of poorly cyclizing peptides selected from
libraries V when cyclization reaction was done in “Magic Mixture”. The y axis value represents the frequency
(maximum value 1.0) at which each amino acid (x axis) was selected at a given random position (X* to X’ on the
z axis). ¢ = lle, Leu and Nle. U = Abu.
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