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Figure S1: Structures of the used lipids

Cholesterol



Figure S2: Analysis of the fluorescence of 5-FAM-KRoC on the GUV’s rim

The image shows an example of the ROIs selected for determining the fluorescence outside a GUV
and at the GUV's rim. In the plot, the gray level at each ROI is depicted as a function of time, starting
from the time in which the fluorescence increased. The GUV is composed of DOPC/CHOL/DOPG,

and 2.5 uM peptide was added.
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Figure S3: Thermal fluctuation of DOPG/DOPC GUVs

AR values were determined in a 160 s-long video and the average value along with the related

standard deviation (SDAR) was determined. The figures show the values for SDAR at each peptide

concentration of a representative experiment, and the corresponding histogram. The black line
shows the value of P95 for the control experiment (without peptide).
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Figure S4: Test for BLM formation
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Impedance data were fitted with the following equivalent circuit:



R1 CPE1

R2

R1: Solution resistance

R2: Hole or BLM resistance

CPE1: Constant Phase Element. The o exponents obtained from the fitting were in the range 0.8-1,
thus indicting a capacitive behavior.

A representative fit to the data is shown in the next figure (Nyquist plot) using two different scales:
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This fitting yielded similar values for R1 (about 1-5x10* A) and the following parameters:

CPE / pF cm? R2 (Q)

Clean interface (before BLM formation) (3.60+0.04)x1 04 (5+3)x1 o’
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Figure S5: Representative conductivity experiments

DOPC/CHOL/DOPG
104
<
S
2 \
= 0] A AT e e
DOPC/DOPG
104
<
S \
S
_Q
1
- o
DPPC/DOPG
104
<L
P
=
0_
0 1000 2000
t/s

Current as a function of time for BLMs composed of the indicated lipid mixtures. Arrows indicate
the time for peptide addition to the cis compartment of the electrochemical cell. A potential of 150
mV (with respect to OCP) is applied during the whole register.



Figure S6: Compression isotherms and calculation of AA upon peptide incorporation
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The change in the mean molecular area is calculated considering the monolayer in two regions, a
minority one close to the peptide, where the lipid monolayer restructurates, and another region
occupied by the majority of the lipids. This region consists of pure lipids that progressively
compress as the peptide penetrates due to the change in surface pressure. For these lipids, the area
changes from that at 7o to that at mr. Both areas can be obtained from the compression isotherm of
the lipids.



Figure S7: Size distribution of LUVs in the presence of KRyC
LUV's size was determined using Dynamic Light Scattering at increasing concentrations of

peptide.

—=— DOPC/DOPG
—&— DPPC/DOPG
A— DOPC/DPPC/CHOL

Frequency

Diameter (nm)

o

»
>

Q.

Frequency

o
N
p-

AdA #—B—% L L

=y
=Y

0 100 200 300 400 500 100 200 300 400 500
Diameter (nm) Diameter (nm)

Distribution of vesicle sizes (number weighting) for P/L= 0 (a); 7x10™* (b); 3x102(c); 4x1072 (d);
1,6x10°! (e). Histograms with volume or Intensity weighting also showed a major population around
100 nm, and larger structures appeared.



Figure S8: Kinetic of peptide accumulation at the membrane

The values of k were obtained by fitting the plots of I'in vs time as explained in the manuscript. The
figure shows the distribution of the values of £ for the two analyzed GUV’s compositions.
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