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STAPLING INDUCES HELICITY PEPTIDE DESIGN OPTIMISATION
Wild Type Metal- AlB V269X Termini
1500 Circular Dichroism Stapled Mutation Mutation Truncation
= 120 N i
B 2 100 i . . : i
< (To])
: 1500 - 80 N z l
2 .3000- D < . i
s L .. 60
« P1 = E il
5 4500 ypz b} o 40
— 208 222 o0
| ' I ' | ' | ' | ' | <
180 200 220 240 260 280 20 I
Wavelength (nm) < s A | | PO P || P o)
) wan < ) wan < ) wan < ) wan < ) wan < D w < D w < D w < < < ) wan < “
HELICITY RESTORES DNA BINDING SooTO0R S537T08 853708 852008 8537708 8537708 852008 8537708 8537798 858 008
o o o o o o o o () (@)
F'UOL?SCGECG P1 MP2 MP3 MP4 MP5 MP6 MP7 MP8 MP9 MP10
. 120- quenching fssay K,* SEM (nM) >10x 103  266x14  316:19  1610+117  1440:92  407:24  325%15 387455  740£38  1330%79
= x= x
oug 100
(To)
. 80- ANALYSIS OF METHYL-SENSITIVITY USING V269X MUTANTS
D < g0-
E e o0 MP6-MTG-AF488 MP7-MTG-AF488 MP8-MTG-AF488
£ 40 12 V269L V269T V269F
) i = ] 120 - 120
:. 20 P1>10 uM u% 100 g | g 100 -
5 od MP2266nM P & o 100 2
< 0 4
I T ] ' I T I I 80 Ll? 80— ll? 80
8 7 6 5 535 60 5 60 5 60
. TR IC D < 1 1c D < 1 1c
Log [Peptide] M X E 40 yTG28nM v £ 40- UTG 79 nM ©E  40- UTG 26 nM
o 1 MTG13nM MTG 85 nM MTG 27 nM
MP2 IS SEQUENCE-SPECIFIC g % @  20- @  20-
"5 0_ ">< 0_ ">< 0_
FIuore§cence < 20 < <
100 - Restoration Assay ' ! ' : ' -20 | | -20 l I l I l
g -10 -9 -8 -7 -6 10 -9 -8 7 6 -10 -9 -8 .7 -6
D 80+ Log [unlabelled DNA] M Log [unlabelled DNA] M Log [unlabelled DNA] M
(7o)
5 o IC5,UTS/IC M
T Ic 50 50 > =
Ee a0d uesim e 215 0.93 0.96
§ ,0 MTG66nM
< 7 SCRNA . N :
[ V269L (MP6) introduces methyl-sensitivity, favouring methylated DNA by 2.15-fold. MP7 and MP8 show no preference.
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