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Synthetic scheme and 2D NMR data:

Synthesis of peptide 1

)( 0-NosylOXY (1 equiv)/
)J\ + HZN% ~ DIPEA (1 equiv)/ DCM/5 h/ rt - o

! Val 1
Table S1. Proton chemical shifts (ppm) for peptide 1
Amino acid HN Ha Hp Hy Ho Others
Val 1 6.69-6.67 3.87-3.84 1.92-1.88 Boc CH;1.37
Val 2 7.98-7.97 4.18-4.16 | 2.06-2.00 0.89-0.81 OCH;
3.34
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Synthesis of peptide 2

o o ; (0] (o)
0-NosylOXY (1 equiv)/ H
)(OJ\N OH + HzN\:)J\o/ DIPEA (1 equiv)/ DCM/4 hirt o )(OJJ\N N\:)J\o/
H o : H :
2
Table S2. Proton chemical shifts (ppm) for peptide 2
Amino HN Ha Hp Hy Ho Others
acid
Ala 8.27-8.26 | 4.28-4.23 | 1.27-1.26 Boc CH;
1.37
Ile 6.61-6.59 | 3.85-3.83 | 1.66-1.64 | 0.84-0.79 (YCH;) & 0.84-0.79 OCH;
1.10-1.03 (yCH,) 3.33

Crystal images:

Figure S1. Block shape crystal structure of (a) Boc-Val-Val-OMe 1 and (b) Boc-Ile-Ala-OMe 2
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Figure S2. The ORTEP diagram with ellipsoid of 30% probability of three molecules in an
asymmetric unit of Boc-Val-Val-OMe (1)

Table S3: Hydrogen bonding distances (A) and Bond angles (°) of peptide 1 and 2

molecule | D—H--A d(D--H) | dH-A) |dD-A) |<D-H-- | Symmetry
/A A A A/° codes
Boc-VV- | NI-HIN--O12 | 0.86 2.23 2.956(5) 142 32-x, 1-y,
OMe (1) 1/2+z
N2-H2N---0O8 0.86 1.96 2.810(5) 172
N3-H3N:--02 0.86 2.14 2.963(5) 160
N4-H4N--0O13 | 0.86 1.92 2.782(5) 178
NS5-H5N:--O7 0.86 2.07 2.921(5) 169
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N6-H6N--O3 0.86 2.05 2.882(5) 164
Boc-IA- N1-HIN---02 0.86 2.11 2.957(6) 168 1+x,y, z
OMe (2)
N2-H2N---03 0.86 2.14 2.996(6) 172 -14x,y, 2
Cl12-H12--:04 0.98 2.37 3.293(10) | 156 1-x, -1/2+y,
1/2-z
C13-H13A--04 | 0.96 2.44 3.240(17) | 141 X, -1/2+y,
1/2-z

Hirshfeld surfaces:

Table S4. Relative contributions of various interactions

area analysis.

in percentages from Hirshfeld surface

Boc-VV-OMe (1) | Boc-IA-OMe (2)
00O 0.7 0.2
N--O 0.0 0.0
C-O 0.0 0.0
H-O 18.6 21.0
C+N 0.0 0.0
N--H 0.0 1.2
C+H 0.5 2.0
C-C 0.0 0.0
H-H 80.0 75.6
Volume 504.32 A3 454.68 A3
Area 419.99 A2 398.19 A2
Globularity 0.730 0.718
Asphericity 0.113 0.176
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Spectra:

mAU

Figure S3: HPLC profile picture of purified peptide 1
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Figure S4: MS spectra of peptidel
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Figure S5:'"H NMR spectra of peptide 1
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Figure S6:3C NMR spectra of peptide 1
S8



RSG-BOC-VV-OME-DEPT
RSG-BOC-VV-OME-DEPT

18.865
18.610

Ls,
X

—59.252
—56.996
51.340
39.640
39.500
39.360
_~30.082
™-29.616
™-27.901
17.966
17.915

Ve
{3

5 50 4
1 (ppm)

Figure S7: DEPT 135 spectra of peptide 1
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Figure S8: COSY spectra of peptide 1
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Figure S9: TOCSY spectra of peptide 1
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Figure S10: HSQC spectra of peptide 1

S10



4,000

min
-500—+— — — T — — — — T

mAU

0.0 25 5.0 7.5 10.0 125 15.0 17.5 20.0

Figure S11: HPLC profile picture of purified peptide 2
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Figure S12: MS spectra of peptide 2
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Figure S13: '"H NMR spectra of peptide 2
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Figure S14:3C NMR spectra of peptide 2
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Figure S16: COSY spectra of peptide 2
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Figure S17: TOCSY spectra of peptide 2

OCH,
CH, of Boc

B of Ala

H
Hy of lle

H& & Hy of lle

Ha of Ala
Ho. of lle
Hp of lle

C3 of lle, RSG-BOC-A-OME-HSQC.2.ser
- \ RSG-BOC-A-OME-HSQC
voflle 3
CP of Ala—— o

CB oflle
CH, of Boc > —

{
Cyoflle o é

>
IZ>:
o\ o
83
e

Co of Ala] 80
0OCH, — - @
Ca of lle =

10

r20

~100

+110

=120

+130

~140

~150

~160

~170

~180
J

0.5

Figure S18: HSQC spectra of peptide 2
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