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Figure S1
50 uM R9-caPep 100 uM R9-caPep 100 uM R9-scrambled
Annexin Pl Annexin PI Annexin PI
4h 8h 24h 4h 8h 24h 4h 8h 24h 4h 8h 24h 4h 8h 24h 4h 8h 24h
Average (%) 6.2667 | 5.8667 | 31.2667 | 1.2667 | 2.5000 | 5.3667 | 11.3667 | 18.3667 | 35.9667 | 3.8000 | 12.8333 | 22.8333 | 3.1000 | 2.4333 | 3.7000 | 2.6667 | 2.7667 | 1.8667
Std Dev (%) 0.4041 | 1.8175 | 2.2502 | 0.2082 | 0.3000 | 1.3013 | 1.0970 | 1.7616 | 2.4420 | 0.3606 | 2.6026 | 1.1719 | 0.1732 [ 0.3215 | 0.6557 | 0.8963 | 0.3512 | 0.2517
# Observations 3 3 3 3 3 3 3 3 3 3 3 3 3 3 3 3 3 3

Summary of flow cytometry data from Figure 4A. Exponentially growing (1x108) MDA-MB-436 cells were treated with increasing
concentrations of R9-cc-caPeptide or 100 uM R9-cc-scrambled up to 24 hours. Annexin V staining was then evaluated using flow cytometry,
as detailed in the Materials and Methods section. The mean and standard deviation (Std Dev) of the %Annexin V and %Annexin V +PI
positive cells, and number of observations for each time point are provided to supplement Figure 4A.
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Figure S2

No Treatment 25 uM

50 uM 100 pM

Representative images of colony formation assay. MDA-MB-436 (3x10°) cells were treated with increasing
concentrations of R9-cc-caPeptide for one hour, removed from the flask, and plated at 750 cells per 10 cm dish,
and incubated for 14 days. Colonies were then counted, as detailed in the Materials and Methods section.
Representative plates for each R9-cc-caPeptide treatment are shown.
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Figure S3

control — no treatment 75 pM R9-cc-caPeptide

g
§
o
|
! |
")
o 64 128 182 256
SSLin
Region Ragion Court % Hist Modian
Total Towk 2 100.00 115,00, 52.15
R2 R2 % 40.06 §5.00, 10.46
R3 14823 45.80 184.00, 431.81

R3 1841 509 B6.00, 1371.69

104

1041 10¢
109+ 108
g g g
3 1 % o
% 102 § ]
% -
T 3 =
10+ 107
' - nte 84 128 192 256
: " 5;2:'" = = Rogion. Count %Mz Macier Fagion Count wHn sstn Medan
Rogion Count % Hst Medion Tow 2682 100.00 0500, 1009 Towd 20000 18000 3200, 3747
To: :: 10000 13000, 10 M -3 27588 42 8400, 073 R 44 1518 168 60, 11,88
& Yo ::: m'::t;_: R a2 1697 107.00, 40123 A3 24204 [-EL] 295.00, 44700
similar response decreased cytotoxicity increased cytotoxicity

Representative flow cytometry data for alanine scanning experiment. Exponentially growing (1x10%) MDA-MB-
436 cells were incubated with 75 uM of R9-caPeptide or R9-cc-alanine substituted caPeptides for 24 hours. The
cells were then analyzed by flow cytometry. % cell death was calculated in reference to control cells (no peptide
treatment), with standard deviation displayed from an average of 5 separate experiments. A decrease of cell
death indicates the amino acid substituted is critical to the cytotoxicity of the peptide sequence.
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