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R-Alloc-pyrrolidine and S8

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

Pd(PPh,),

e ——
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Alloc-Stapled Peptide 15 min Amino-Stapled Peptide

“CO, Extrusion”

Figurel
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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)
g 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



3/28

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

)

N

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

Figure 2B
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SAH-p53-8: QSQQTF*NLWRLL*QN
* = Pyrg ¥ =Sg

Trypsinization

Qs,
%
QSQQTF*NLWR QQ,\,CL—L R\
iy Ly, v
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) QSQQTFE*NLWRLL*QN
Unstapled, prior to trypsinization

- N

M =2110.4
o |
c;:" ‘o .
q 1)
|
(B) Unstapled, post trypsinization
'<— QSQQTF*NLWR
0 4 ]
4  M=14616

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

N
.‘

' —————

-A-\ R .-J.\.—.f—/--/ J— B \/

M=2122.4

Qo t
= ",
' h/@ W
|
| |.
W~ NA—— ——
\I . M=21404

Figure 4B
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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)

Pyrg...Pyre

200 220 240 260
Wavelength (nm)

Figure 6 (continued)
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Molecular Ellipticity (deg cm” dmol )
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Figure6



11/28

(1)
@
3)
(4)

/

Q

<

S O =D =0

2 ® o
:O
&
:o
&

8x10°

(,Jowp wo Bap) Ayond3 Jeinosjon

Wavelength (nm)

Figure7



12/28

(A)

A0 o (o) 0
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ii i i 50°C, multiple treatments ii i i
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2
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Figure8
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Figure 9 (continued)
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Molecular Ellipticity (deg cm’ dmol )
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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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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° 10”7 10°
[His-hDM2 17-125] (M)

FITC-b-ala-p-53-8 Rs/Sg Hydrocarbon-Stapled
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T
10

5

10

Figure 12A and 12B
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(D)

Fluorescence Polarization

Fluorescence Polarization
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Figure 12C and 12D
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Fluorescence Polarization

Fluorescence Polarization
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Figure 12E and 12F
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(G)

FITC-b-ala-p53-8 Rg/SgN Amino-Stapled
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Figure 12G and 12H
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Fluorescence Polarization

Fluorescence Polarization
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Figure 12| and 12J
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Fluorescence Polarization
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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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