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(a) ACE2(21-43), MW = 2844 g/mol.
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2910 g/mol.

(b) sSSAH-ACE2-1, MW
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2837 g/mol.

(c) sSAH-ACE2-2, MW
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2800 g/mol.

(d) sSSAH-ACE2-3, MW
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2867 g/mol.

(e) sSAH-ACE2-4, MW
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2876 g/mol.

(f) sSAH-ACE2-5, MW
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2876 g/mol.

(g) sSSAH-ACE2-6, MW
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2942 g/mol.

(h) dSAH-ACE2-7, MW
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2942 g/mol.

(i) SSAH-ACE2-8, MW
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(k) dSAH-ACE2-10, MW = 2832 g/mol.
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(1) ACE2(19-45), MW = 3232 g/mol.
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(m) dSAH-ACE2-11, MW = 3330 g/mol.
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(n) dSAH-ACE2-12, MW = 3297 g/mol.
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3342 g/mol.

(0) dSAH-ACE2-13, MW
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3344 g/mol.

(p) dSAH-ACE2-14, MW
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(q) dSAH-ACE2-15, MW = 3388 g/mol.

G689 I
4290 L e = I
§29'GLT 8+FGH !
Lo e
—
=}
\m coeLE —4 m Im
en
w
N
N
on
— Il
Lo p o
E
] N
§ T
N
. A 52
5061 F oLy —4 @) 06° L4 [
r <
= | ]
R m N —
) (= o (= o o D © 0 O 9 9O O 9O O
T © & © =} I T OO0 F A
T ¥ 8 & = w w m T ﬁ T 38R
=
N




319552

Max:

0151 —————=

ZELSt

100—

(s) dSSAH-ACE2-17, MW = 3241 g/mol.
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(t) dSSAH-ACE2-18, MW = 3208 g/mol.
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(u) dSAH-ACE2-19, MW = 3253 g/mol.
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(w) dSAH-ACE2-21, MW = 3299 g/mol.
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Figure S1. LC-UV280nm trace and corresponding ESI mass spectrum of acetylated
hydrocarbon-stapled and unstapled peptides.
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(2) ACE2(21-43), MW = 3262 g/mol.

‘min
18

£
£
862¢2 3 L62°€2
K
Lo
N
0€5°9) 5 v2g oLl
662'SLy | €62GLI |
geee
0
-2
—_
£
. ~
2'880L 2880t =N
00
N
en
N
s I
£ 669 LA W
© 6as E119 —pang -~
ﬁ £GG ‘I_. [
iz | o g |
L'06€E FAu
=
T e © A L e e L e
2 §$8&88888RK° A L Sy R e ©nn z 8 8 8 8 °
E T T 8 3 8 ¢ 8 ° w £ *® © ¥ ®
- ~
O
N—"




7482

Max:

Z'GOgt

Z 0Lt

a'L80l

E'6GL

€429

0'06E

100

3255 g/mol.

(c) sSAH-ACE2-2, MW
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(d) sSSAH-ACE2-3, MW
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3285 g/mol.

(e) sSAH-ACE2-4, MW
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(f) sSAH-ACE2-5, MW
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(g) sSSAH-ACE2-6, MW
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3360 g/mol.

(h) sSSAH-ACE2-7, MW
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(i) dSAH-ACE2-8, MW
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(i) SSAH-ACE2-9, MW
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(k) dSSAH-ACE2-10, MW
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(1) ACE2(19-45), MW = 3650 g/mol.
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(m) dSAH-ACE2-11, MW = 3748 g/mol.

€0€'€C

865911

e

min

mAU 1

1750

1500
1250

1000

750

500

250

27



1783€

Max:

LG8l

G oget

£'689

006e

100—

3715 g/mol.
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(0) dSAH-ACE2-13, MW = 3760 g/mol.
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(p) dSAH-ACE2-14, MW
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(q) dSAH-ACE2-15, MW = 3806 g/mol.
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(r) sSAH-ACE2-16, MW = 3643 g/mol.
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(t) SSAH-ACE2-18, MW
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(u) dSAH-ACE2-19, MW = 3671 g/mol.
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(v) dSAH-ACE2-20, MW = 3673 g/mol.
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(w) dSAH-ACE2-21, MW = 3717 g/mol.
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Figure S2. LC-UV280nm trace and corresponding ESI mass spectrum of FITClyated
hydrocarbon-stapled and unstapled peptides.
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dSAH-ACE2-11to 15 dSAH-ACE2-17 to 21

Figure S3. Position of hydrocarbon staples screened in SAH-ACE2 design. Staples were
designed to face away from the RBD:ACE?2 interface and were positioned N-terminally, C-
terminally, or centrally.
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Figure S4. Visualization of staple positions of SAHs targeting SARS-CoV-2 spike protein in
relation to the RBD:ACE2 interface. Helical wheel plots indicate the relative position of amino
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acids looking down the barrel of the helix. Positively charged amino acids (red), negatively
charged amino acids (blue), polar yet non-charged amino acids (green), and hydrophobic amino
acids (yellow) are indicated. The more polar side of the helix constitutes the majority of the
residues on the interacting face (black half circle). Helical wheel plots for screened single- and
double-stapled SAHs are shown with staple positions indicated with a black “staple”. Staples are
placed either opposite the interacting face to avoid steric hinderance.
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Figure S5. Circular dichroism (CD) of acetylated peptides at various temperatures (5-95° C).
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Figure S6. Authentic SARS-CoV-2 neutralization data for all SAHP ACE2 peptides.
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