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(1] Xy VO -
| P 0 \ / N H HPLC conditions :
N s” \©\ 02N N a linear gradient starting from 50%
S MeOH to 85% MeOH in 0.1% aqueous
\ F \ TFA over 35 min at flow rate of 1.0
o Npys-OPh(pF) o mL/min and detected at 280 nm.
Col : COSMOSIL Packed Col
OJLN OH (10eq) - OJLN OH 58:7-\:-11 4.61D X 150mar:1 = e
©/\ N Ethyl sulfide (1.0 eq.) ©/\ N
75% AcOH aq.
Z-Trp-OH rt, time
(10eq) P1 [M+Na]*
oh 3h >4 h P1 :515.1000
Z-Trp-OH P2 © 515.1000
P3 © 515.1004
* *
A A M A« A A A
P1
1h * 4-Fluorophenol 6h 48h <+— Yield 55%
* P2 . *
P3 P2 2Npys
PI\ / / Z-Trp-OH j /P3 itk
A JU A l JU A A A Jua A2
I I I I I I I I I I I I I | I I | I I I I I I
0 5 10 15 20 25 30 35 0 10 15 20 25 30 35 0 5 10 15 20 25 30 35

Retention time (min)

Retention time (min)

Retention time (min)
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Npys-OPh(pF)
(1.0 eq.)

OH
Aoy _ - oAy
H Ethyl sulfide (1.0 eq.) H
O
Solvent

Z-Trp-OH rt, 48 h P1
(1.0 eq.)
Entry Solvent Yielda (%) | TFAD K375 fEEEE HAVE
LM (pKa=0. 23) &%
1 75% AcOH ag. 55 WdE. RIGIEZNEFERIZE
1T ZEMTR =
2 0.4 M LiCl/75% AcOH aq 60 Ty o= Latimant
3 37.5% AcOH;& % (CH;CN/75% AcOH ag. (1:1)) 13
4 37.5% TFAJA# (CH,CN/75% TFA aq. (1:1)) 95
5 37.5% HFIP3&:% (CH,CN/75% HFIP ag. (1:1)) 8
6 37.5% TFE;&& (CH,CN/75% TFE ag. (1:1)) 5
7 B& #3800 (75% CHLCN aqg.) 5

aYield (%) was calculated from peak areas in HPLC using a calibration curve.
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Amino acid derivatives  Npys-OPh(pF) (1.0 G‘Q-)> Npys-modified derivatives
(AA, 1.0 eq.) Ethyl sulfide (1.0 eq.) (AA(Npys))
AcOH : H,0O (3: 1, viv)
rt, 1.5h
(%2]
[Yield? of AA(Npys)]

Entry AA AA(Npys) Yield® (%)

1 Z-Trp-OH Z-Trp(Npys)-OH 79%

2 Z-His-OH Z-His(Npys)-OH N. F.

3 Z-Lys-OH Z-Lys(Npys)-OH N. F.

4 Z-Arg-OH Z-Arg(Npys)-OH N. F.

5 Z-Tyr-OH Z-Tyr(Npys)-OH N. F.

6 Z-Ser-OH Z-Ser(Npys)-OH N. F.

7 Z-Thr-OH Z-Thr(Npys)-OH N. F.

apercent yield = 100 x [integ. AA(Npys) / (integ. AA + integ. AA(Npys))]

N.F.: Not Found

F=fZL. CysICIEFEMNDE, DRIV T«FIERELL
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SHEEHRT 5
Iy
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. J
O,N | N
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S/ Met% U N s \©\ 91%
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' Y-X-87 "V

(3.25 mM, 6.5 eq.)

AcOH : H,0 (3:1)

rt, 19 h
Lysozyme (a)
\ (0.5 mM) 15864 (b) /
)\ MALDI-TOF (195f# D KA R)
Lysozyme
19h / 14305.20
Npys{EEn{k
15653.86
I\ : /2prsﬁ§ﬁﬂi12|:
*ﬁ@ fﬁ 17014.45
/L m/z
v HPLC conditions, Gradient: milli Q water (0.1% TFA)/CH;CN =95 :51t0 5: 95
over 45 min, Flow rate : 1.0 mL/min, UV : 230 nm, Column : COSMOSIL Packed
l | | | Column 5C,g-AR-Il 4.61D x 150 mm.
0 15 30 45

Retention time (min)
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