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Figure S1. SDS-PAGE analysis of the purification of N29C-LF\?*2%® on a 4-12% Tris
Glycine gel. Lane 1, His.-SUMO-N29C-LF\???%3; Lane 2, crude SUMO protease
cleavage reaction products after overnight incubation; Lane 3, purified final product
N29C-LF\?*%3, (* = disulfide, & = SUMO)
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Figure S2. Far-UV CD spectra of semisynthetic LFy analogues SSal, SSa2, SSa3 and
recombinant LFN*2%3. CD spectra were recorded on an Jasco J-815 instrument at room
temperature in pH = 8.5 buffer containing 5 mM TRIS and 50 mM Na,;SO4. A 1 mm path

length cell was used.



Figure S3. Single PA pore planar phospholipid bilayer characterization of LFy
analogues under an applied membrane potential of 20 mV. The single-channel
measurements were obtained under the same conditions used for macroscopic current
recordings, except we added ~0.1 ng of PA prepore. “C” and “O” specify the closed and
open states of the channel.



