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Taple 1' Transjtion metay free Trp’sejective biocon;ugation of peptides

3a (1 EquiV)
NaNO, (0'6 equivy HO
Peptide AN SOVENt (1 MM 0 1) (peptige AN
re' ajrr 30 min H o
1a” 1k 222k
+ dehydrated 2a 2k
Entry Supstrate vield [%]
12 FMoC Gly SerAsn Trp Gly OH (18 95
22 FMOC’Gly LyS ASN T'p Gly OH (1b) 85
3? FMOC Gly HiS ASN TTp Gly OH (1€) 90
42 FMoC Gly Ty ASN Tp Gly OH (1d) 95
52 FMOc’Gly Met ASN T'p Gly OH (1€) 96
sS—s
6% moc CyS Gly Trp Afg Ala CyS Gly” 84
F CyS Gly Trp Afg Ala Cys Gly OH (1fy
7b Neuromedin B: Ala’ASN'LeU Trp’ Ala Thr Gly HiS Phe Met NH, (1g) 84
gb LH'RH: Pyr"His Trp Ser Ty Gly LeU Arg Pro'Gly NH, (1h) 91
gb DSIP: Trp Al2'Gly Gly ASp Ala’ser Gly GIU OH (1iy 84
10°  KiSSpeptin 10t Tyl ASN Trp ASN'ser Phe Gly LeU Afg Phe'NH, (1j) 83
11°  NACTIp'(26°O acyl'iSOAB, ) OH (1k) NDf
129 FMOC'Gly TyI"ASNTrp Gly OH (1d) 549
13° FMOC’Gly Ty ASN Trp Gly OH (1d) 529
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[8] CH3CN/H,0/ACOH (500/500/1) Was Used as the sojvent HPLC yield Was compined
yield Of 2 and dehydrated 2 based ON the Starting peptide’ determined a 301 Nm
apsorpance deriveqd flom the FMOC group’ [b] H,O/ACOH (1000/1) Was Useq as the
solvent’ HPLC yield Was determineqd at 250 M apsorbance’ [¢] 1 i’ CHyCN/H,0/ACOH
(333/333/1y 32 (1'5 €quiVy and NaNO, (0’9 quiVy Were used™ [dj A One pot sequental
double mogification protocoj for Trp and Tyr (fef' 6) Was applied (0 generate 5' (€] The
mogification sequence was reverseq from eniry 12 o generate 5° [f] ESI'MS and HPLC
anajyses suggested ajmost gquantitative Conversion from 1k to 2k’ The yield Was not
determined (NDj on account of the aggregation of 2k’ [g] HPLC yi€ld Of 5 after two steps’
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Taple 2 Transition meta| free Trp sejectjve biocon;ugation of proteins
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H,O/ACOH (200/1°'1 MM O 1)
It ajr 30 Min

Entry Supstrate Yield (%
1 Lysozyme (1l 64 (127
2 MyOglObin (1My 53
3 concanavaiin A (1M 11 (299
4 BSA (19) 25
5 Subtilisin carisberg (Lpy 0(35%
6 Ba Microglobulin (1qy 154
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[3] ASSUMING that the product Was the mono 3h adduct: the yield was
cajcujated from the fluorescence intensity of SDS PAGE bands’ based on
a cajjpration curve’ [b] 11'in H,O/ACOH (1000/1) 3b (1 eqU|V) and NaNo,
(0'6 EqUiVy Were Used’ [C] 0'1 M 8qUEOUS HC| Was USed as the Solvent’ d
H,O/ACOH (2000/1; 01 MM With respect to 1) was used as the sojvent’
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Table 3. Tyr-selective bioconjugation Of peptides

SAELDA I/ FUATIHME, Fu b or & X agui) Ocj\ 0 ©
. iy — s CAN (x equiv)
YRR T RZIER T VAL L
i Sonide AN T CHCNH,0 Sonide A—N
THAET Do p-2 LY =)L DISTHLITA 2 CE QL S "
) . . 1d, 6a 6¢, 6e 6g SR 7a7g

F VT DA IVHRICHIS N D RSB
WESHLTWSLOD, RMEFEOARKN Substrate X Yelpa
. _ . 12 Fmoc-Gly-Tyr-Asn-Trp.Gly-OH (1d) 3 78
{ﬁﬁﬁ ﬁlj TZNETITEALL ﬁi’f L f:ﬁ | E?EJ 28 Fmoc-Gly-Lys-Asn-Tyr-Gly-OH (62) 10 75
A XTI HNLOBEERBICZLY 3 Fmoc-Gly-His-Asn-Tyr-Gly-OH (6b) 10 75

R . " 42 Fmoc-Gly-Met-Asn-Tyr-Gly-OH (6¢) 3 74
Fry EH (7= =) ZERLE LT 5° Fmoc-Gly-Cys-Asn-Tyr-Gly-OH (6€) 3 48
AR A RS O BT B0 [T 6% Fmoc-Gly-Ser-Asn-Tyr-Gly-OH (6f) 10 74

° 7 (26-O-acyl-isoAB1-22)-OH (69) 10 NDP
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[a] Yields were calculated from the absorbance at 301 NM (the maximum absorbance of

Fmoc group) using LC-MS analysis. [b] ESI-MS and HPLC gnalyses suggested quite high
conversion from 6g to 79" The yleId was not determined (ND) on account of the

aggregation of 79°
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