ApoC-lll is a novel inducer of calcification in human aortic valves
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Supporting Information 2

Gating Strategy
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Supporting Information 3

Enriched in apoC-Illl vs. NM protein module
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Supporting Information Legend

Supporting Information 1: Targeted PRM mass spectrometry for the selected

apolipoprotein peptides across four high-density lipoprotein (HDL) size fractions from large to

small (alpha0, alpha1, alpha2, alpha3).

Supporting Information 2: Fluorescence-activated cell sorting of freshly isolated primary
human valve cells: top panel: gating strategy; middle panel: CD68 and apoD expression;

lower panel: alpha-smooth muscle actin (aSMA) and apoJ expression

Supporting Information 3:

A) Proteins with q<0.1 between NM, PM and PM + apoC-lll increased in PM + apoC-lll vs.
NM (n=4 donors, day7 and day14 data).

B) Proteins with q<0.1 between NM, PM and PM + apoC-lll increased in PM + apoC-Ill vs.
PM (n=4 donors, day7 and day14 data).

Supporting Information 4: ApoC-Ill Functional Analyses

A) The network of significantly enriched pathways (two-sided hypergeometric test p-value
<0.05) in the differential proteome of apoC-Ill vs. NM based on unbiased community

detection.

B) The network of significantly enriched pathways (two-sided hypergeometric test p-value
<0.05) in the differential proteome of apoC-Ill vs. PM based on unbiased community

detection.

Supporting Information 5: Interactome-based association analysis

Network association of select apoC-lll-associated pathways (middle column, derived from
the data in Fig. 6A/B) with previously published inflammation and calcification modules (left)
and calcific aortic valve disease (CAVD)-related pathways (right column; Experimental

procedures for references). Edge thickness represents degree of association.



Supporting Information 6:

A) Standard curve with three stable isotope labeled peptides fully labeled (13C, 15N) at the
Arg or Lys residues. Valve peptide samples were mixed with standards to a final
concentration of 4 fmol apoA-I, 4 fmol apoE, and 0.4 fmol apo(a) on column. B) PRM
inclusion list (peptides in bold represent the stable isotope labeled peptides). Start and end

time represent the start and end time of the retention time window.

Supporting Table 1: CAVD tissue proteome (all data)

Supporting Table 2: Proteome data of apolipoprotein treated human VICs in cell culture



Table S3:

Protein Supplier Host species Dilution
Lipoprotein (a) abcam (MA, USA) Goat polyclonal 1:50
Apolipoprotein A-| abcam (MA, USA) Rabbit monoclonal [EP1368Y] 1:100
Apolipoprotein A-ll abcam (MA, USA) Mouse monoclonal 1:100
Apolipoprotein A-IV | abcam (MA, USA) Mouse monoclonal [CL0468] 1:100
Apolipoprotein B abcam (MA, USA) Goat polyclonal 1:100
Apolipoprotein C-lll | abcam (MA, USA) Rabbit monoclonal [EP1372Y] 1:100
Apolipoprotein D abcam (MA, USA) Rabbit monoclonal [EPR2916] 1:100
Apolipoprotein E abcam (MA, USA) Mouse monoclonal [E6D7] 1:100
Apolipoprotein J abcam (MA, USA) Rabbit monoclonal [EPR2911] 1:400
Apolipoprotein M abcam (MA, USA) Goat polyclonal 1:100




