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Figure S1, Related to Figure 1: Depiction of the human kinome indicating all kinases currently included 
in the t-loop screening method (blue circle), kinases being classified as understudied by Collins et al. 
(green circle) and the overlap of the two (red circles). 

  



 

Figure S2, Related to Figure 1: Compendium of t-loop phosphorylations detected in Jurkat, HEK293T and 
PC9 cell lines cultured under standard conditions without any form of stimulation. 

  



 
Figure S3, Related to Figure 2: Screenshot of the KEA2 output reporting kinase activity determined from 
Jurkat cell lysates subjected to high-pH reversed phase fractionation and subsequent phosphopeptide 
enrichment analyzed by shotgun LC-MS. 

  



 

Figure S4, Related to Figure 2: Venn diagrams illustrating the amount of redundancy in kinase-substrate 
relationships impeding the kinase prediction by the online tool KEA2. Each Venn diagram compares the 
reported substrates to the reported substrates of the other predicted kinases. 

 

 

 

 

 



 

 

 

Figure S5, Related to Figure 2: Jurkat cell apoptosis upon TNFα treatment: Jurkat cells were grown with 
and without TNFα stimulation, in presence or absence of necrostatin-1 (Nec-1), and rate of cell death was 
determined by Caspase-3/7 green apoptosis reagent (n = 4 for all groups, error bars depicting standard 
deviation). (B) Apoptotic cell count after 36 hours in the different conditions showing a significant 
reduction in apoptotic cells after TNFα stimulation in the presence of Nec-1. 

 


