GFP-173T GFP-173A ‘BTEUVLE MSTGAPEACRL

"
n
n
a h
S:h
E -
c h
S L 503 H
© o
B a = = = C parental GFP-WT GFP-173T "
NproSFTPC - + - + - + n
50 — TR Dhg
. 504. Pra— " —-‘. e Dh:
37 - "
— — — | E
374 * i
50 h—o o
— . e | actin e <
NproSFTPC

Suppl fig 2. SFTPC 173T is O-glycosylated on T73 but it is the loss of 173, not gain of T73, that causes aberrant trafficking.
GFP-SFTPC WT, 173T and 173A were transiently expressed in Hela cells. Their subcellular localisation was assessed by confocal
microscopy (A) and cleavage pattern by immunoblot (B). Note that the loss of 173 determines the mistrafficking phenotype but it is
the gain of T73 that alters the band size of full length and early processing intermediates. (C) Immunoblots of Hela cell lysates
following treatment with O-glycosidase revert the band pattern of GFP-SFTPC-173T to that more similar to GFP-SFTPC-WT. (D)
Lysates from Hela cells expressing GFP-SFTPC-173T were subjected to GFP-trap immunoprecipitation, separated by protein gel
electrophoresis and GFP-SFTPC-173T bands extracted and subjected to mass spectrometry analysis. Resulting fragments confirm
O-glycosylation of T73 (“h” annotation). Scale bar = 10um.



