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R-Alloc-pyrrolidine and S8

pCY3
w(Cl
dﬁ“‘cl 25 mole %, 2x2hrs, RT
Feve “Alloc-Stapling”

Pd(PPh,),

e ——

1 10-80 mol%
Alloc-Stapled Peptide 15 min Amino-Stapled Peptide

“CO, Extrusion”
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reductlon . o
(Reductive amination)

g: Condensatlon g:/ g:]
Condensatlon (Enamine alkylation)
g COCH3 Base

Conjugatlon . o
(Michael addition)

g NH, Chloroformate
OH

H
g N (Formation of carbamate)
§ NH, (Cyclic carbonate alkylation)
X i
XisF,Cl, Brorl
NH NH, NH
g Epoxidation - § (Nucleophilic substitution w/epoxide)
N
OH
OH
% R-NH
Epoxidation 2 NR (Nucleophilic substitution
wi/bis-epoxide)
N
OH

Xo X
g NH, e/ (Alkylation)
NH,

XisF, Cl,Brorl

Figure 2A
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H O
NH, s N ) .
> (Willgerodt-Kindler reaction)
Ar Ar

)

N

g N3_ —_— g N|/\\N (Huisgen Cycloaddition )
E— -

Figure 2B
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SAH-p53-8: QSQQTF*NLWRLL*QN
= Pyrg " =5

Trypsinization

Qs,
%
QSQQTF*NLWR Oy &
; PN
LL*QN Wy N
If peptide does not contain a covalent An amino-stapled peptide with a covalent
cross-link, proteolysis will result in two cross-link will yield a single fragment after
fragments proteolysis with trypsin

Figure4A
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(A) QSQQTF*NLWRLL*QN
Unstapled, prior to trypsinization
; \u |
§ M =2110.4
' Iu
4|
. (B) Unstapled, post trypsinization
«— QSQQTF*NLWR
' i; M=1461.6

Figure 4B (continued)
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(C) QSQQTF*NLWRLL*QN
Amino-Stapled, prior to trypsinization

” N\
. . M=2122.4
: ;"\hp\., . " -
1 ll - \
: 3 : ] ) © 2 / ~
(D) Amino-Stapled, post trypsinization
Qs,
Qo 1
— Q"“*Iv 10¥\
' (p,,,? W
. |'
| - 4\

Figure 4B
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Wavelength (nm)
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Molecular Ellipticity (deg cm’ dmol

Molecular Ellipticity (deg cm’ dmol”')
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-------- S...Ss Unstapled (1)
— S....Ss Hydrocarbon-Stapled (2)

-------- Pyrrolidine Unstapled (3)

— Pyrrolidine Alloc-Stapled
(with two carbamatesin
the staple) (4)

200 220 240 260
Wavelength (nm)
8x10°
6 P y r R “en P y rS
4
2
0
24 XD
-4
200 220 240 260
Wavelength (nm)

Figure 6 (continued)
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8x10° -
6 </(2) Pyrs... PyrR
4 '.

200 220 240 260
Wavelength (nm)

LY PYrs

200 220 240 260
Wavelength (nm)

Figure6
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(1)
@
3)
(4)

/

Wild Type

O 20 O

llllll'lll'l]lllllllll]l"lllll"lllll

8x10°

(,Jowp ,wo Bop) Ayondu3 seinosjon

4

220 240 260

Wavelength (nm)

200

Figure?
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(A)

A0 o (o) 0
Y ~TS 20 mole % Grubbs 1

ii i i 50°C, multiple treatments ii i i

...... Sc...S¢ Unstapled (1)
— S;...Sg Stapled (2)
------ Azetidine Unstapled (3)

— Azetidine Stapled (with
two carbamates in the

staple) (4

-1)

2

Molecular Ellipticity (deg cm™ dmol

200 220 240 260
Wavelength (nm)

Figure8
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........ S...Ss Unstapled (1)
— S;...S; Stapled  (2)
........ Pyr/Az Unstapled (3)
—— Pyr/Az Stapled (with
two carbamatesin

the staple) (4)

220 240 260
Wavelength (nm)

200 220 240 260
Wavelength (nm)

Figure 9 (continued)
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6 (4) A;...PVI’R

200 220 240 260
Wavelength (nm)

axi0°q 4

Az...Pyrg

-~
~
o

200 220 240 260
Wavelength (nm)

Figure9
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o “,, OH
OH OH FmocHN

PyrR Pyl's

FmocHN

FmocHN FmocHN

SS N n=1
Sg N n=4

Figure 10
(A)
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5
6x10 3 @
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3 5)e, ® Ac-p53-4 Rg/Ss Hydrocarbon-Stapled  (2)
4 = . ® Ac-p53-4 Rs/Sg Hydrocarbon-Stapled  (3)
_Z\ qm ° ® Ac-p53-4 Pyrg/Sg Amino-Stapled (4)
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Wavelength (nm)
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6x10 3 @)
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4—: Kl (?3);' ® Ac-p53-8 Ry/Sg Hydrocarbon-Stapled  (3)
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Figure 11A and 11B
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5
4x10 73 -,
RN ) Ac-b-ala-PM2 Rg/S; Hydrocarbon-Stapled (1)
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Figure 11C and 11D
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Fluorescence Polarization

Fluorescence Polarization
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FITC-b-ala-p53-8 Wild-Type
K4=5.93e-007 + 5.4e-008 M

-12

10

10" 10" 10° 10® 107 10°
[Hise-hDM2 17-125] (M)

FITC-b-ala-p-53-8 Rs/Sg Hydrocarbon-Stapled
K4=3.76e-009 + 4.5e-010 M

T
10

-5

10

Figure 12A and 12B
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(D)

Fluorescence Polarization

Fluorescence Polarization
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300 —
250 FITC-b-ala-p53-8 Pyrx/Sg Amino-Stapled
: K4=1.34e-008 + 1.8e-009 M
200 ]
: l/i [ §
150 . .® N
100 -]
50 -
I I I I I | T | 1
10" 10" 10" 10° 10® 107 10° 10° 10
[ADM2 17-125] (M)
300
] FITC-b-ala-p53-8 Rg/Pyrg Amino-Stapled
4 K4=1.23e-008 + 7.7e-010 M
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150
100 -
50 -
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Figure 12C and 12D
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Fluorescence Polarization

Fluorescence Polarization
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300 —
250
] FITC-b-ala-p53-8 Az/Sg Amino-Stapled
_ K4=1.53e-008 + 1.2e-009 M
200
150 —
] s =
100 4
50
| | | | | | T [ |
107 10" 10" 10° 10® 107 10° 10° 10
[ADM2 17-125] (M)
300 —
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250 —_ K4=1.46e-008 + 8.5e-010
1 )
200 -
150
100 - o
50
| [ [ | [ [ [ [ |
10 10" 10" 10° 10® T40° 10° 10

1 107 10
[hDM2 17-125] (M

Figure 12E and 12F
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(G)

FITC-b-ala-p53-8 Rg/SgN Amino-Stapled
. K4=5.85e-009 + 6.8e-010 M

Fluorescence Polarization

I I I I T I ! I 1

107 10" 10" 10° ® " 10% 10° 10"

1 10 10
[hDM2 17-125] (M
(H)

Fluorescence Polarization

FITC-b-ala-p53-8 Rg/SpN Amino-Stapled
K4=1.20e-008 + 1.49e-009 M

Figure 12G and 12H
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Figure 12| and 12J


MAI
Line


(K)

Fluorescence Polarization
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FITC-b-ala-p53-8 ReN/SgN Amino-Stapled
K4=1.88e-008 + 2e-009 M

10—11 10—10 10—9 -8 7

10 10
[hDM2 17-125] (M

Figure 12K
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FITC-b-ala-p53-8 Pyrr/Sg Alloc-Stapled
)i S| Ch1

Figure 13A
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FITC-b-ala-p53-8 Az/Sz Alloc-Stapled

Figure 13B
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FITC-b-ala-p53-8 Az/S; Amino-Stapled

Figure 13C
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