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Figure S1: Schematic representation of DNHB peptides. The key elements, Trp and triazole bridge,
are reported. The figure was prepared using Pymol software.



DNHB 1.1 linear

mau
678.7
800 w
e o
E ®
00 "
o ™
8 &
K
@
gL
200 H
LED
=
§ iR
o 13557
o4
1] ;
a
s =
<200 4 *
B
. ! | l
: o = = 5 PR R J N R L= A~ A = A RaR i S = A S % R Rl P % A iy 2
1.2 1i
DNHB 1.2 linear
may 2
1200 o
1000 -
200 4
000 4
6853
5 100
%00 4 g
200 4 =
® &
b Fi
o] g
8 4572
2200 6869
e 2139 4510 |19 5042 7696 9135 10595 11330 12268 13696 14075 6119 17426 18275 18773
DAL Mk g s T e
200 400 600 800 1000 1200 1400 1600 1800 2000
0 E] 0 18 20 25 B miz
.
DNHB 1.3 linear
may
1000
a00
8
00
b 4
g 100 692,
a00
80
L
200 260
3
2
2 o <
B s q g4 4620
g
°
20 6279 [s030
s Z80 4193 larse 7113 7853 9229 9875 11005 12554 13836 14631 15855 17353 17994 19277
[HAAAR AL LA LRLa A A LA ) L L) L) LAY LML LA ASARS L) Lkl LA ALY AN LABM LAM RAL A2 WA R LM k) AU AL Wkt s s i |
. . . . 200 400 600 800 1000 1200 1400 1600 1800 2000
L] 1 1 20 25 EY miz

DNHB 2.1 linear



mAU

1750 4

1500

1250

1000

780

500

250 4

3037

2508

<250 4

0.177
3004

DNHB 2.2 linear

800

DNHB 2.3 linear

mAU

600 -

3850

00

200

2872

200 4

14847

20381

DNHB 3.1 linear

mau

600

500

a00 4

300

200

1004

-100 4

<200 4

19388

3614

DNHB 3.2 linear

6854

4573

Relative Abundance
o

13708 1420,7 17128

10735 11297

2760
; 15992

4287 [A07
0

T T T
200 400 600 800

6423
1 [6873 7799 9262 18365 19075

T T T LN T
1000 1200 1400 1600 1800
miz

6923

8

462,0

3

&

Relative Abundance

]

4756
4188 || " 6280 [7113 7835 9229 10865 11399 13838 1429 15618 17075 1826,0 1917,6
.

2000

T ™ T T Ty T T
200 400 600 800 1000 1200 1400 1600

miz

4667 6994

5 g sz B

Relative Abundance

]

649|700

1398.2
7856 927 1014 13652 | 1482

1
2000

16415 17160 17761

19802

T e e e e e e e e e
600 800 1000 1200 1400 1600

miz

6926

8

3

Relative Abundance

10202 10605 11754 13282 15284 15715

7
1800

114 7872 8g59
o
kv

A R M L L R T
200 400 600 800 1000 1200 1400 1600 1800

miz

1
2000

™
2000



100
mAlU 80
600 ‘2“50
400 g S0
2 3 H
200 i K
- EPY

A —

2758

699,5

~
o
0 “_—L"b e _\N/_%’_ . mﬁ%&?gﬁ‘e{‘@? ‘543“7 ‘101‘5 ‘837“9 199 97‘]7‘19‘775‘3”1‘7,9‘7‘ 12193 ‘145&1 153|,5‘1ea‘17,n‘ VBBf 1ot .
200 20 400 600 80 1000 1200 1400 1600 1800 2000
0 5 10 15 20 28 a m
DNHB 3.3 linear
mAU g
- 706.19
»
| (S
| :
o €0
st - c®
& ot
# Ew 2z
g | T i
. Al g
¥ & ;
\ . 1410 84
soo %g 37“ LT OEEL S | R ——
............. miz
DNHB 2.2W3linear
692.56
100
mAU | z
| g
1500 § £z
] T 3%
1000 g - <z
! 0 i £3
500~ o . § 'E
] ﬁ | o & ia
CrCE ey i S e 1383 50
T T T T T T T I T T T T T T T o i i mdtn SR
§ 10 15 20 miz
DNHB 2.2rev linear
., 69259
mAU :
15001 '
? E
1000- ¥ <:
] 0 W ogn Bm g
1 » 0 @ o0anoho C 2 &
01 8 i s " o :
;@ g 2 imontn g
AL e e S
) G A R i PR " N A ! | Pap—— '|"'|‘: T r'l_"l - T | e —— !' T Py =T LT il T S = o
15 10 125 15 175 il 25 mz

Figure S2: Chromatographic RP-HPLC profile revealing at 210 nm and ESI-MS spectrum of the

linear DNHB peptides.



DNHB 1.1

may

" 100 678,4
880
§
400 Teo 452,7
3
<
00 240
g8 S N 5 13557
GM I 46,2
\i}_ 0 2142 4234 ||5188 6355 |6o74 7911 9042 9542 10794 12101 13280 13575 14802 16500 17233 18077 19223
T T T T T T T T
o0, 20‘0 o ‘400 600 ‘80‘0 o ‘1000 ‘12&0 ‘ 1460‘ ‘ ‘16(‘)0 ‘ ‘18(‘)0 ‘ ‘20(‘)0
miz
DNHB 1.2
" 6654
080
Q
c
o
o0
5
]
<
240
H
k]
£ 51 oy
ST8 4612 45
0 bl o D04 8751 9734 10647 11635 13654 14396 15082 16960
LI L R A R A At L A A A i A M A i
0 20 40 600 400 1000 1200 1400 1600 1800 2000
miz
DNHB 1.3
0 — 6924
i 807 419
o
g ]
c 4
z 260
H 2% 7
@00 3 4
Fa
040
2
200 g4
] G, ]
3§ ¢
o] 3 Tt a0 (156 s |47 g B2 g wma s w3 M9 N1 153 19
& 0|\\\l\\\ll\\ll\\\l\\\ll\\||\\\\|\"\'"\"'|
20 40 600 800 1000 1200 1400 1600 1800 200
200 miz
DNHB 2.1
o
574
. 100
w000 8
8
]
50 60 6854
F
- S
2
250 {_‘a
o
0
— 5 6869 13702
o g 0 241 4B | g3 6420 049 7806 9143 10823 11837 13696 [13989 16083 17128 18726 19660
s Bl L e e S L e R L e L L B e
o 20 400 600 80 1000 1200 1400 1600 1800 2000
H 0 15 2 a0 miz

DNHB 2.2



mau
s00 -
000 -
6924
100
a0 - 8
9
g
360
200 - g
E
g “
= 3B 2 4619
g g :
o e £
& 2138 3190 3769 4761 5570 841 p032 9228 9m48 11123 12028 15766
L e e e e e e e e e A st el LI s it it Al it i s |
200 4 20 40 60 400 1000 1200 1600 1600 2000
T T T T T T miz
3 S 5 % & =
DNHB 2.3
=
may
w00
a0 |
10 699.4
i
380
&
3
200 { £60
2
M 40 466,7
T
i s
g 220
8 214,1
0 S350, 3816 4907 656,5 1 7 1 6795 10364 11376 12104 13813 15301 17118 17790
LA s e e Mt g e B e e R e L M s s
= 200 400 600 800 1000 1200 1400 1600 1800 2000
] Y 5 2 = - miz
DNHB 3.1
6925
mau 100
080
]
200 c
3
c60
800 J
Q
<
s 940
H 416
200 9
5 : 22
§ 7 2 42
b 7769 8671 9731 10873 11915 13509 15435 16183 17698 13498
gg 0 (R e e e e e L L
500 33 200 400 600 800 1000 1200 1400 1600 1800 2000
miz
7 ® ) % = =
DNHB 3.2
mau
1000
. w0 6993
o0 80
8
H
a0 260
5
2
0 a B g4 4666
g7 L ]
F _LM Z
80,1
ig 214 3000 4656 [0 6163 ™™ gos0 cons tot0g 11138 116 1E2 1036 15558
- § e L B B e e e e B e e e e e M e s ey
200 400 600 800 1000 1200 1400 1600 1800 2000
] 10 15 20 28 20 mz




DNHB 3.3

mau | =
00
. - 706.38
M
©
o0 =
»
O
sco 2w
| G e
| ° 3 471.21
aoo ‘ % =
0
45
i | 2 &
5 I
200 - g =
- g =
g | = g "
o S b ) B 10 -
\ L : . 1411.51
\E& : o L o o o e e F 58 e S S R TS
200 L E h’w oo
m/z
BN e O S P~ ™~ T .
DNHB 2.2W3
692.55
100,
9
90
mAl o
80
I
1500 | )
3 8o
] g
1 5 55
1 I % .
1000 6 i
1 = 0
! | 3
i | 30
500+ 2
4 s S 20
4 e —— 15
0:‘ — <5 o ll__ T v 1383,43
L — R T | IR R ; - S R ,
000 500 Toon
10 15 20 e
DNHB 2.2rev
mAU & - 69252
% -
-
800 ®
-
I D g
o
] ‘ £r
600 | 2
| z
| <:
00 | g @ g
I S d T
o oI S It = NN D .
200-| ¢ 388 i¥ 2 e e
o o grrr g 2 . w®
ik 2 P nh bl 77_4'_‘33}— e T 0
qw ~ i ® B we s =s = 2, - oy ===
gt e gy gy oo
T T T T miz
7.5 10 12.5 15 175 20 225

Figure S3: Chromatographic RP-HPLC profile revealing at 210 nm and ESI-MS spectrum of the

cyclic DNHB peptides.
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Figure S4: Far-UV circular dichroism spectra of linear DNHB peptides in 10 mM phosphate
buffer pH 6.6. Spectra are reported as molar ellipticity ([0]).
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Figure S5: Far-UV circular dichroism spectra of DNHB peptides
6.6. Spectra are reported as molar ellipticity ([0]).
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Figure S6: Far-UV circular dichroism spectra of linear (black line) and cyclized (red line)
DNHB2.2W3 peptides in 10 mM phosphate buffer pH 6.6. Spectra are reported as molar ellipticity

([6D.
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Figure S7 :One-dimensional proton spectra of linear and cyclized DNHB peptides.



Table S1. Chemical shift difference of diasteretopic Ho protons of Gly7 and the root mean square
deviation (RMSD) of AdHa values for the cyclized peptides.

Peptide Gly splitting RMSD
(ppm)
DNHB 1.1 0.20 (£0.02) 0.17 (£0.04)
DNHB 1.2 0.20 (£0.02) 0.15 (£0.02)
DNHB 1.3 0.29 (£0.02) 0.27 (£0.05)
DNHB 2.1 0.25 (£0.03) 0.14 (£0.05)
DNHB 2.2 0.48 (£0.02) 0.38 (£0.03)
DNHB 2.3 0.43 (£0.03) 0.35 (+0.02)
DNHB 3.1 0.33 (£0.04) 0.28 (£0.03)
DNHB 3.2 0.45 (£0.02) 0.41 (£0.07)
DNHB 3.3 0.46 (£0.03) 0.41 (£0.05)

Table S2. : Nonsequential NOEs contacts involving backbone protons of cyclic DNHB 2.2 peptide.

Residue Proton Proton Residue

Hpg®
Thr?
Thr3
Trp*
Trp*
Glu?
Glu?

HA
HN
HN
HA
HA
HN
HN

HN
HA
HN
HN
HA
Ha
HN

Lys 12
Val'l
Thr!0
Thr!0
Dab’
Dab’
Lys®




Table S3: Temperature dependence of the amide protons for cyclic DNHB 2.2 peptide.

Residue Ad (ppb)/AT (K)

Serl -9.8
Hpg2 -9

Thr3 -3.9
Trp4 -11
Glu5 -4.1
Asn6 -9.8
Gly7 -8.7
Lys8 -3.8
Dab9 -11
Thr10 -4.5
Valll -9
Lysl12 -4.6

Table S4. : Nonsequential NOEs contacts involving backbone protons of cyclic DNHB 2.2W3

peptide.

Residue Proton Proton Residue

Trp?
Trp?
Thr*
Glu’

HN
HN
HA
HN

HA
HN
HN
HN

Val!l
Thr!0
Thr!0
Lys?




