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Figures S1 and S2: Two independent experiments, each in triplicate, showing the effect of

macrocycle 1a on AcCPHF6 aggregation.

A ®ThS ® AcPHF6
® ACPHF6 + 25 uM 1a
550 e AcPHF6 + 100 uM 1a

w
a a
o O

N
a1
o

fluorescence

[y
a1
o

»%mwrﬂm‘f:

| e

® AcPHF6 + 50 uM 1a

al
o

0 20 40 60 80 100
time (min)

120

C AcPHF6
awell 1
550 owell 2
+well 3
450
[0]
Q
g 30 m
Q
]
5 250 .
o=
150
50 - . . . . . .
0 20 40 60 80 100 120
time (min)
E ACPHF6 + 50 uM 1a
awell 1
550 1 ©owell 2
+well 3

fluorescence

0 20 40 60 80 100
time (min)

120

B ThS
awell 1

550 71 o well 2
450 +well 3

[0]

[&]

& 350

Q

3]

5 250

=)

o=
150

0 20 40 60 80 100 120
time (min)

D ACPHF6 + 25 uM la
awell 1
550 o well 2

450
[0}
Q
& 350
[&]
8
5 250
>
o=
150
50 - . . . . ; ;
0 20 40 60 80 100 120
time (min)
F AcPHF6 + 100 uM 1a
awell 1
550 1 owell2
+well 3
450 -
[0]
[&]
& 350 -
[&]
8
5 250
=)
o=
150 e SR
4
50 T T T T T T
0 20 40 60 80 100 120

time (min)

Figure S1. AcPHF6 aggregation and inhibition of AcPHF6 measured by ThS fluorescence
(Experiment 1). (A) Aggregation of 100 uM AcPHF6 in the absence and presence of 25, 50, and
100 uM of macrocycle la (Figure 7B in the paper). (B) Triplicate runs associated with ThS

background fluorescence. (C) Triplicate runs associated with aggregation of 100 uM AcPHF6.
(D) Triplicate runs associated with aggregation of 100 uM AcPHF6 + 25 uM 1la. (E) Triplicate
runs associated with aggregation of 100 uM AcPHF6 + 50 uM 1a. (F) Triplicate runs associated
with aggregation of 100 uM AcPHF6 + 100 uM 1a.
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Figure S2. AcPHF6 aggregation and inhibition of AcPHF6 measured by ThS fluorescence
(Experiment 2). (A) Aggregation of 100 uM AcPHF6 in the absence and presence of 25, 50, and
100 uM of macrocycle la. (B) Triplicate runs associated with ThS background fluorescence. (C)
Triplicate runs associated with aggregation of 100 uM AcPHF6. (D) Triplicate runs associated
with aggregation of 100 uM AcPHF6 + 25 uM 1la. (E) Triplicate runs associated with
aggregation of 100 uM AcPHF6 + 50 uM 1a. (F) Triplicate runs associated with aggregation of
100 uM AcPHF6 + 100 uM 1la.



'H NMR Spectroscopy Experiments

"H NMR studies were conducted at 500 MHz (Briiker Avance) or 600 MHz (Briiker
Avance). All peptides were studied at 2 mM in D,0 at 298 K (1D, TOCSY, and ROESY).
Macrocycles 1la and 1c were also studied at 2 mM in D,0 at 279 K (1D and ROESY) to facilitate
observing the NOE cross-peaks that are close to the HOD peak at 298 K. Peptides 1d, 1e, and 2a
were also studied at 2 mM in 9:1 H,O/D,0 at 298 K or 279 K (1D, TOCSY, and ROESY) to
obtain sequence-specific assignments of their residues. A 150-ms mixing time was used for
TOCSY experiments. A 200- or 250-ms mixing time was used for ROESY experiments. NMR
data were processed with the Brilker XWIN-NMR software. Chemical shifts were calibrated

with the internal standard DSA..!

Table S1. Chemical shifts of the a-protons of R;-R7 of macrocycles 1 and 5 and chemical shifts
of the a-protons of Ri-Rs of acyclic peptides 2.

. chemical shifts of the a-protons (ppm)
peptide

Ry R, R; R4 Rs Re Ry
la 427(V) 439(Q) 4.12 (D 4.12(V) 448(Y) 454((K) 435(@L)
1b 4.64 (Q) 4.09 (D 428 (V) 481(Y) 440(K) 434(@L) 451K
1c 443 (V) 444(Q) 4.29 (D 427(V) 4.62(Y) 456(L) 4.48(K)
1d 433 (V) 437(Q) 4.17 (1) 405(V) 452() 459K) 4.17(V)
le 439(V) 442(Q) 4.19 (D) 423(V) 457(Y) 439(V) 4.42(K)
1f 430(V) 441(Q) 4.16 () 415(V) 452(Y) 460(R) 439()
1g 446 (V) 445(Q) 4.32 (D) 428(V) 464(Y) 456(L) 453(R)
5a 4.19(V) 442(Q) 4.04 () 4.06(V) 449(Y) 4.45(dK) 4.39(dL)
5c 416 (V) 4.44(Q) 4.10 (D 411 (V) 453(Y) 458(dL) 4.34(dK)
2a 4.07(V) 438(Q) 4.09 (I) 4.14(V) 441(Y) - -
2b 4.40 (Q) 4.08 (1) 4.07(V) 455() 4.15(K) - -

' Nowick, J. S.; Khakshoor, O.; Hashemzadeh, M.; Brower, J. O. Org. Lett. 2003, 5, 3511-3513.
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Macrocycle 1a, 1TH NMR spectrum, 2 mM in D,O with DSA, 6°C
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Macrocycle 1a, ROESY spectrum, 2 mM in D,O with DSA, 6°C, 600 MHz, 250 ms mixing time
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Macrocycle 1a, ROESY spectrum, 2 mM in D,O with DSA, 6°C, 600 MHz, 250 ms mixing time
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Macrocycle 1a, ROESY spectrum, 2 mM in D,O with DSA, 6°C, 600 MHz, 250 ms mixing time
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Macrocycle 1a, ROESY spectrum, 2 mM in D,O with DSA, 6°C, 600 MHz, 250 ms mixing time
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Macrocycle 1¢c, TH NMR spectrum, 2 mM in D,O with DSA,
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Macrocycle 1¢, ROESY spectrum, 2 mM in D,O with DSA, 6°C, 600 MHz, 250 ms mixing time

o +
® < NT
N =2
\\%/M/a\::n
Y = o
o] =z
m! © NH
o ZT O
O
M..__ N
Iz ol
o) Iz
eI O
ZT Z O
o= \ﬂ# ZT
m Gl N O e~
Iz \« @]
o =
[ce)
= (2]
N ZT O
ZT

*: alternate conformation

15

9 DSA
78 12 20
| |
!
. |
0 46 [ SR 70
0 419 421
)
i o~
(@\
®vw;m i
| |
| 75
6 2,14 Q 80
| |
|_ppm
_UUB_ T b.._m T T T b._O T T T T w._m T T T T W_O T T



wdd

4

5

19,21 A

+NH3\)L H@?\ HJCJ)\ N

1/12; N; ”13 N1;4 NN
O = o/:\ o) 16,18

22

jﬁNHZ or 17,18

16,18 0
or 17,18 8 N\n/\ )H( 11/12

macrocycle 1c

2
3
1
4* 5*

1
N
_3(-
(&)
*

wdd |

a

; w
%#
N
*
)]
*

<

©

O

)

O

s

<

Q

@

—

o

A

O

Ml

0]

_<

2

o

5

23

]

* c

= 3

B N

g 3

: <

=

N O
N N

O

=

=)

O

2

>

»

]

O

o)

S

S

<

L

N

N

3]

S

3

)

=

a

-

Q@

3

@




SI'S

4

019214
. H
NHg\)J\N\/eag(NJJ\Nw \)J\N N

11/12
P 0 16,18

NH2 or 17,18

16,18

(0]
3

macrocycle 1c
15

20 DSA

7 8910 121314
Y VT 10 17 S
NN

~N
—
o
5

172 ©0 oL

UOIBWIOJUOD S)BUIB)E :,

@ <= o
~
©
—.©
o
-
-
N
w
—_—
N

W S FE; T SR e v -~--_-=.L

F*

—_—

o

—_—

~

—

(o]

-_—

[(e}
- N
. o
W)
N o
>

wdd

G

G€

29

Sl

awily BuIxiw sw 0GZ ‘ZHIN 009 ‘D09 ‘YSA YIM O°Q Ul WW g ‘wnujoads ASTOY ‘91 djokoosoep



	1a 1H NMR 298K
	1a 1H NMR 1
	1a 1H NMR 2
	1a 1H NMR 3
	1a 1H NMR 4
	1a TOCSY
	1a TOCSY exp1
	1a TOCSY exp2
	1a ROESY
	1a ROESY exp1
	1a ROESY exp2
	1a ROESY exp3
	1c 1H NMR 279K 1
	1c 1H NMR 298K 1
	1c 1H NMR 298K 2
	1c 1H NMR 298K 3
	1c 1H NMR 298K 4
	1c TOCSY 298K 1
	1c TOCSY 298K 2
	1c TOCSY 298K 3
	1c ROESY 279K 1
	1c ROESY 279K 2
	1c ROESY 279K 3
	1c ROESY 279K 4
	1c ROESY 279K 5



