Biochem. J. (2011) 435, 381-390 (Printed in Great Britain) ~ doi:10.1042/BJ20101752

SUPPLEMENTARY ONLINE DATA
Neutral sphingomyelinase 2 (nSMase2) is the primary neutral

sphingomyelinase isoform activated by tumour necrosis factor-o in MCF-7
cells
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MATERIALS AND METHODS
N-SMase assay buffer compositions

The composition of the buffer in the standard assay [1] is
200 mM Tris/HCI (pH 7.4), 5 mM MgCl,, 2.5 mM dithiothreitol,
2mM EDTA, 0.2% Triton X-100, 1 mM PMSF, 50 uM
phosphatidylserine, 100 uM SM and 1 x 10° ¢.p.m. [*C]SM.

The composition of the buffer in the alternative assay [2] is
20 mM Hepes (pH 7.4), 10 mM MgCl,, 2 mM EDTA, 0.1 mM
sodium orthovanadate, 0.1 mM molybdic acid (sodium salt),
30 mM p-nitrophenylate, 10 mM 2-glycerophosphate, 750 uM
ATP, 1 mM PMSF, 10 uM leupeptin, 10 uM pepstatin, 0.5 %
CHAPS and 1 x 10° ¢.p.m. [“C]SM.
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Figure S1 Transient overexpression of nSMase2, but not nSMase1 or
nSMase3, in HEK-293 cells alters the ceramide/SM ratio

HEK-293 cells were transiently transfected with nSMase1, nSMase2 or nSMase3 for 48 h.
Cellular ceramide levels were analysed by LC-MS/MS as described in the Materials and methods
section of the main text. Results, expressed as the ceramide/SM ratio, are means + S.E.M.
(**P<0.01, one-way ANOVA with Dunnet's post-hoc test, n=4).
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