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Identifying the R1 and R2 regions in Figure 2A by ESI mass spectrometry

To identify the R1 and R2 regions in Figure 2A, a Waters Quattro Micro API quadrupole mass
spectrometer (Waters, UK) with electrospray ionization (ESI) was used in positive ion mode. The
R1 and R2 fractions were manually collected into eppendorf tubes after elution from the HPLC
column, frozen at -80°C overnight, and lyophilized to remove solvents. The lyophilized R1 and R2
fractions were then resuspended in a minimal amount of Milli-Q water to ensure maximum signal,
and directly injected into the mass spectrometer at a flowrate of 10uL min". Control and data

collection was performed by Waters MassLynx software, and manually analysed.
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Figure S1. ESI mass spectrum of DAMP4 cleavage intermediates, from regions shown in the Figure
2A, 6 h HPLC trace. A) Mass spectrum of R1, showing the presence of DAMP3 (8157.2 Da). The
other peaks are due to incomplete separation from R2 and the DAMP4 peak, as well as other
reaction intermediates such as MD-DAMP3 (DAMP3 before cleavage of the N-terminal MD motif).
B) Mass spectrum of R2, showing the presence of DAMP2 (5444.1 Da). The other peaks are mainly
due to the presence of MD-DAMP2 (DAMP3 before cleavage of the N-terminal MD motif).



