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Supplementary figure 1: (A) Raw 264.7 cells were pulsed with M.tb culture filtrate
proteins (CFP) or left untreated for 16 hours. Following treatment, exosomes were
purified from cell culture supernatant. Exosomes from uninfected and CFP-pulsed
macrophages (10ug) were probed for the presence of mono-ubiquitin by western blot.
(B) Raw 264.7 cells were pulsed for 16 hours with purified GroES or recombinant GroES
with the His-tag removed by endopeptidase digestion. Exosomes were purified from
cell culture supernatant and probed for the presence of GroES. Loading control; Lamp-1.
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Supplementary figure 2: Raw 267.4 cells were left untreated or infected with M. smegmatis
expressing wild-type M.tb HspX, or KB5R M.tb HspX for 72 hours. Exosomes were purified
from the cell culture supernatant by ultracentrifugation followed by flotation on a sucrose
gradient. Purified exosomes (10ug) ) were assayed for presence of the wild-type and mutant
His-HspX proteins by western blot using a polyclonal His-tag antibody. Lamp-1 was used

as a loading control. pHspX; purified HspX from E. coli (positive control).
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Supplementary figure 3: The ubiquitin ligase parkin is not responsible for the HspX
ubiquitination. (A) Raw 264.7 cells were treated for 24 hours with the siRNA directed
against parkin and the cell lysates of treated cells were analyzed for parkin protein
expression by western blot. Scrambled siRNAs were used as a control. (B) Raw264.7 cells
treated with the siRNA for parkin or the scrambled siRNA were pulsed with His-HspX
protein for 16 hours. Exosomes were isolated from cell culture supernatant and the

purified exosomes (10ug) were probed for the presence of His-tagged HspX by western
blot.
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