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Figure S1. Measured voltage and current of different pulse durations and pulse
types used for achieving 90% survival of CHO cells. Voltage is presented in blue,
current in red (except for 4 ns pulses, where current was not measured). (a) 5 ms,
(b) HFIRE (2-2-2-2 ps), (c) 100 ps, (d) 200 ns, (e) 4 ns.
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Figure S2. F. Detection of calreticulin signal 24 hours after pulse application.
Signal of calreticulin (calreticulin antibody was marked with Alexa fluor 405, this
signal was measured only on live (PI-) cells, to detect only externalized
calreticulin. Due to low shift in fluorescence, median fluorescence values (MFI)
were analyzed. (a) Detection of live cells (PI -, negative) for both CHO and H9¢2.;
(b) Alexa fluor 405 (calreticulin) fluorescence intensity in CHO live cells after
application of pulses leading to 20% survival; (c) Alexa fluor 405 (calreticulin)
fluorescence intensity in H9¢2 live cells after application of pulses leading to 20%
survival.
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Figure S3. Permeability and survival curves obtained using different pulse
durations and pulse types. Experimental points for DAMP analysis were
determined based on survival curves, where the curves intersected 90, 50 and 20
% survival (shown with red dotted line). (a) 5 ms, (b) HFIRE (2-2-2-2 ps), (c) 100
us, (d) 200 ns, (e) 4 ns.
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Figure S4. Temperature measurements during pulse delivery. (a) 5 ms, (b) HFIRE
(2-2-2-2 ps), (c) 100us, (d) 200 ns, (e) 4 ns. Dotted line (. . . . . ) represents critical
temperature threshold at 43 °C.
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Figure S5. Kinetics of ATP release. Results are shown for cell line B16F1, for cells
exposed to pulse amplitudes causing 20% of survival. (a) Kinetics of ATP release
for 24 hours after pulse application.; where signal was measured every 5 minutes.
(b) Zoomed kinetic in the first hour after pulse application.



