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Figure S1 Densitometric analysis of the Western Blots analysis of DARTS experiments 

Densitometric analysis of the Western Blots experiments was performed through ImageJ on the full-

length GRP75 signals (blue bars) and on the HS71A ones (gray bars). Increasing MA concentrations 

protect both Hsp70 isoforms accordingly. 

 

 

 

 

 

 

 

 

 

 

 

 

 

 



 

 

Figure S2 GRP75 and HS71A fully tryptic peptides areas in the t-LiP experiment  

 

GRP75 (A) and HS71A (B) fully tryptic peptides areas of the negative (i.e., DMSO and subtilisin 

treated sample, gray bars) and positive (i.e., DMSO treated and subtilisin unexposed sample, black 

bars) controls, reported as percentages of the latter sample.  

Negative control peptides whose intensity is higher than the 70% of the corresponding positive 

control ones are those whose (gray) bars exceed the red dashed lines in both graphs. Mapping for 

GRP75 and HS71A regions not affected by subtilisin, these peptides were not considered for the 

subsequent data analysis step.  

 

 

 

 

 

 



 

Figure S3 Sticks and ribbons representation of GRP75 NBD and SBD and of HS71A NBD  

 

Sticks and ribbons representation of GRP75 NBD (A) and SBD (B) and of HS71A NBD (C). MA 

protected peptides identified through t-LiP-MS are depicted in blue and indicated with the 

corresponding identifiers. As can be observed in panels A and B, GRP75 peptides all map for the 

same NBD and SBD regions, suggesting an important conformational change following MA binding 

and, therefore, a minor sensitivity to subtilisin proteolytic action. The only exception to this trend is 

the NBD V-[395-405]-K, which lies far from the other peptides. 

Regarding HS71A NBD, as can be observed in panel C, the two identified protected peptides do not 

seem to be close to one another, but they face the same α-helix. 



 

Table S1 List of proteins identified in two independent DARTS experiments, reported with their Mascot Score and Matches. 

 

The list was obtained removing subtilisin-undigested proteins (i.e., MatchesControl ≥ MatchesLysate) and proteins that were not identified in MA-treated 

samples in both DARTS replicates. As can be observed, the mitochondrial stress-70 protein (referred to as GRP75 in the main text) and the cytosolic 

Heat shock 70 kDa protein A1 (referred to as HS71A in the main text) score and matches increase when increasing MA amounts were incubated with 

the HeLa lysates prior to subtilisin limited proteolysis. Control: DMSO and subtilisin treated sample, or negative control in the main text. Lysate: 

DMSO-treated and undigested sample or positive control in the main text. 

  



Table S2 GRP75 and HS71A fully tryptic peptides analyzed through t-LiP-MS 

 

Each peptide is reported with its precursor m/z value (i.e., Q1_m/z), its best daughter ion m/z value (i.e., Q3_m/z) and the corresponding retention 

time, sequence, and identifier (i.e., Peptide columns in the table). Q3_m/z and retention times were assigned analyzing a HeLa tryptic digest through 

previous MRM methods consisting of three transitions for each precursor. Thus, the extracted ion currents (i.e., XICs) of all the transitions for each 

precursor were inspected to assign them the corresponding retention times (same precursor = same retention time for all the daughter ions) and 

subsequently select the best daughter ion as the one giving the highest signal and the lowest noise level.  

Crossed rows indicate peptides whose area in the negative control was higher than the 70% of the corresponding positive control one, as reported in 

the subsequent figure.  

 


