
Figure S1. Detection of C-terminally GFP-tagged proteins in M. smegmatis and ESX-3 knockout M. smegmatis. Western blotting was used to confirm the expression of GFP-tagged EccA3 in 
WTMS (A) and ΔESX-3MS (B) using an anti-GFP antibody. Full length GFP and EccA3 was detected in both WTMS and ΔESX-3MS. The full-length blots are presented in Supplementary Figure S4.



Figure S2. Detection of N-terminally FLAG-tagged proteins in M. smegmatis. Western blotting was used to confirm the expression of FLAG-tagged EccA3 using an anti-FLAG 
antibody in WTMS. The full-length blot is presented in Supplementary Figure S5.



Figure S3. Principal component analysis of immunoprecipitations. Principal component analysis revealed separate clustering of anti-FLAG-EccA3 immunoprecipitations (red) 
from control immunoprecipitations for the 270 protein groups identified with at least two unique peptides. Protein G Dynabead control immunoprecipitations (blue), anti-
FLAG control immunoprecipitations from WTMS (orange) and WTMS::pNFLAG (green) and anti-MYH7 control immunoprecipitations (dark blue) clustered on the left, separate 
from anti-FLAG-EccA3 immunoprecipitations on the right.
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Figure S4. Detection of C-terminally GFP-tagged proteins in M. smegmatis and ESX-3 knockout M. smegmatis. Western blotting was used to confirm the expression of GFP-tagged EccA3 in 
WTMS and ΔESX-3MS using an anti-GFP antibody. Full length GFP and EccA3 was detected in both WTMS and ΔESX-3MS. 

WTMS::pDMNI0615 T19 and ΔESX-3MS ::pDMNI0615 T19 not 
discussed in this manuscript. 
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Figure S5. Detection of N-terminally FLAG-tagged proteins in M. smegmatis. A. SDS-PAGE of  WTMS and transformant strains WTMS::pNFLAG and WTMS::pNFLAG0615 cell lysates. B. 
Western blotting was used to confirm the expression of FLAG-tagged EccA3 using an anti-FLAG antibody in WTMS. 
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