Peptide Aggregation Induced Immunogenic Rupture (PAIIR)

Gokhan Gunay,! Seren Hamsici,! Gillian A. Lang,3 Mark L. Lang,3 Susan
Kovats,34 Handan Acar*12

1 Stephenson School of Biomedical Engineering, University of Oklahoma,
Norman, OK, 73069, US

2 Stephenson Cancer Center, University of Oklahoma Health Sciences
Center Oklahoma City, OK, 73104, US

3 Microbiology and Immunology, University of Oklahoma Health Sciences
Center, Oklahoma City, OK, 73104 USA

4 Oklahoma Medical Research Foundation, Oklahoma City, OK, 73104 USA

Email address: hacar@ou.edu



KFFVVK

4048433

2288 M+2H e
20_ 2.0E8
£ SENS 8 6 6 N S
£ L8E8 HN N A N Ay A
815—1 1668 \rrNHHD:\]:HjD/:\HD
% BI.4EH o
@ 104 2 o
Q 2
g = Lo
2
8 5_ 8.0E7
ﬁ 6.067
4.0E7 M+H
0 T T T T T 1 i 2M+H
0 3 6 9 12 15 18 2057 i
. . st sz ) o asre 1211 70n ooz |
tlme (mln) ’ u[UZCO 0000 400.0000 600.0000 800.0000 1000.0000 1200.0000 1400.0000 1600.0000
mfz
KFFLLK
M+2H NH,
104
E ] HzN\/\/\.)\N N\)OKNQ\)&N NH,
g ﬁr"" H § 2 H o H
Y X O
= ]
8 5
c ]
[v]
£
I}
17}
a l
< J
0 T T T T T ...M+H
0 3 6 9 12 15
time (min) e
EFFVVE
157 M+H 3
£ oA L “:D;erwu,
8 o o = o A" 0o %
o~ 10 ol‘un
®
I
Q
&
g 5
o
g
N
c T T I T T 1 2M+H
0 3 6 9 12 15 18 i
time (min) e
EFFLLE
E M+|‘i‘ EFFLLE
304 04,0
E ,: o] ] [*] 0
E = R R R A B s
o :;7 \I‘NH L N ] 7YH S
& 20 - ¥ 0
® .
e .
o E:
% )
2 107 -
o]
B 1487
< B 2M+H
0 T T T T T 1 o
0 3 6 9 12 15 18 .
time (min)

Fig. S1: LC and MS analysis of LL and VV peptides



A. Control 0.25mM 0.5mM

1,600
L

1,000
L

Count
500
L

wl ol o Wt WS W LT ol ol wd Wt W W W7 ol wd o Wt W W W2
FlA FlA FlA

B. 100

80+

60+

40

PI positive cells (%)

204

Control  0.25mM  0.5mM TmM
[l] concentration

Figure S2: Propidium iodide (PI) uptake analysis by using flow cytometry.
Representative histograms of untreated cells and cells treated with 0.25-0.5
and 1 mM [II] peptide for 6h (A). Percent (PI) positive cells at 6h.
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Figure S3: 6h and 24h cell viability measurements of OVCAR-8 cells treated
with 0.1, 0.2, 0.3, 0.4 and 0.5 mM [II] peptide. Statistical analysis was done
by one-way analysis of variance (ANOVA) with Tukey’s multiple-
comparison test. Data shown are mean + SD, ****p<0.0001. n=3 replicates.
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Figure S4: Effect of [II] peptide injection on skin. [II] peptide and PBS
control were injected and skin was monitored immediately after injection
followed by 6 and 24h.

Figure S5: TEM images of [VV] [WW] [LL] and [II] peptides. Scale bar: 500
nm.



