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Synthesis of peptide azidesE and K

The loading of the 2-chlorotrityl chloride resintwiFmoc-amino acid in DCM in the presence of
DIPEA (4 equiv) was assessed by the spectrophotmmd¢termination of the Fmoc group (0.37
mmol/g) released with 25% piperidine in DMF. Theelar fully protected heptapeptide was assembled
using an AVSP-2 multiple automatic peptide synthers{Development Workshops of the Institute of
Organic Chemistry and Biochemistry, Academy of Bcés of the Czech Republic), starting from the
C-terminus using standard Fmoc procedures, by catise addition of the N-Fmoc-protected amino
acid (2.5 equiv), PyBOP (2.5 equiv), HOBt (2.5 efquand DIPEA (5.0 equiv) in DMF. The Fmoc
groups were removed using piperidine—-DMF (1:4). Hmeoc-(Fmoc-Hmb)Ala-OH derivative was
used for the incorporation of the Ala residue faflog Leu in peptides. The following Fmoc-Ala-OH
(10 equiv) was coupled as its symmetric anhydridefopmed with DIC (10 equiv) in 50%
DMF-DCM. Cleavage of the protected peptides fromrdsin was performed with a 30% solution of
HFIP in DCM, 25 mL/g of resin, for 2 h. The resims\filtered off and rinsed with DCM, the filtrate
was concentrated under vacuum, and the oily residigeprecipitated with ED. The precipitate was
isolated by filtration and dried in vacuum and elwderized. Fully protected heptapeptides VAALEKE
and VAALKEK (0.05 mmol) were attached to the amgroup of the TentaGel Rink amide resin in
DMSO using DIC (0.1 mmol) as a coupling agent. €Thedensation was carried out for 6 h at 25 °C.
The resin was incubated with acetic anhydride i@ and DIPEA (20 equiv) in DMF for 30 min to
end-cap possible unreacted amino groups. The pergin was washed with DMF, deprotected with
25% piperidine and 2% DBU in DMF, and washed ageith DMF and DMSO. The condensation
(with 0.15 mmol of the protected heptapeptide),tydaon, deprotection, and washing steps were
repeated until four repeating heptads were asseimbleen the peptide resin was condensed with
Fmoc-Peg (2.5 equiv) using PyBOP (2.5 equiv), HOBt (2.5 igfjuand DIPEA (5.0 equiv) in DMF.
After removal of Fmoc, the N-terminus was modifieith 5-azidopentanoic acid under the same
conditions as described above. The peptides wezavet from the resin with a mixture of
TFA-H,O-TIPS (95:2.5:2.5). The crude peptides were mdibn a semipreparative Chromolith C18
column using a gradient elution of acetonitrile-evatith 0.1% TFA.

Abbreviations

1,8-Diazabicyclo[5.4.0Jundec-7-ene (DBU), dichlomtimane (DCM),N,N-diisopropylcarbodiimide
(DIC), N,N-dimethylformamide (DMF), dimethyl sulfoxide (DMS,1,1,3,3,3-hexafluoropropan-2-
ol (HFIP), glycylglycine, ethyldiisopropylamine (DIPEA), 1-hsakybenzotriazole (HOBY),
trifluoroacetic acid (TFA), triisopropylsilane (TH, (benzotriazol-1-yloxy)-
trispyrrolidinophosphonium hexafluorophosphate (©¥B, 9-fluorenylmethoxycarbonyl (Fmoaj;
O-(2-carboxyethylw-O-(2-Fmoc-aminoethyl)tetraethylene  glycol (Fmoc-Beg 2-hydroxy-4-
methoxybenzyl (Hmb).
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Scheme S1. Structures of peptide azides E and K.
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Scheme S2. Click chemistry using copper (1) seliatthe presence of sodium ascorbate.
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Scheme S3. Click chemistry catalyzed by rutheniompulexes.
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