Monoisotopic mass of neutral peptide Mr(calc): 1994.01

Bait ID |Hit Gene Name | Pep # | Unique Pep #|Peptide lons Score: 120
1724 |LRP10 2 1 SQVTPSAAPLEALDGGTGPAR| Matches (Bold Red): 47/230 fragment ions using 68 most intense peaks
g

c

<

©

c

>

Q

©

(%

=

&

[

m/z

Bait ID |Hit Gene Name | Pep # | Unique Pep # |Peptide Monoisotopic mass of neutral peptide Mr(calc): 2283.11
1724 |SDCBP 3 1 LYPELSQYMGLSLNEEEIR lons Score: 129

Matches (Bold Red): 24/194 fragment ions using 29 most intense peaks
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Bait ID_|Hit Gene Name | Pep # | Unique Pep # |Peptide Monoisotopic mass of neutral peptide Mr(calc): 1664.80
1724 (VAMP3 1 1 ADALQAGASQFETSAAK lons Score: 89
Matches (Bold Red): 42/176 fragment ions using 82 most intense peaks
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Supplementary Figure 1. MS/MS spectra for proteins identified on the basis of a single peptide in two biological replicates.
“Bait ID” is the unique identifier for the sample in ProHIts, our internal interaction database (Liu et al., 2010). “Hit Gene Name” is
the gene name of the interactor. “Pep #” is the total number of peptides. “Unique Pep #” is the number of unique peptides (as defined
by the Mascot search engine). VAMP3, SDCBP, LRP10 were identified with at least one unique peptide in both PI4K2A biological
replicates and thus were identified as high-confidence interactors.
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GFP-VAMP3 Tgn38-CFP

GFP-VAMP3

Supplementary Figure 2. Characterization of GFP-VAMP3 distribution. COS-7 cells were transfected with GFP-VAMP3 (B-D)
or together with Tgn38-CFP (A). Cell were either fixed and stained (B,D) or incubated with Alexa Fluor 555-conjugated Tf for 10 min
followed by 30min chase in complete medium prior to fixation (C). Scale bars: 10 pm.
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Supplementary Figure 3. PI4K2A knockdown does not disrupt ERC morphology. (A,B) COS-7 cells pre-treated with control
siRNA or siRNA directed against PI4K2A were serum-starved for 30 min, incubated with Alexa Fluor 488-conjugated Tf for 20 min
and fixed. Cells were then stained with antibody directed against PI4K2A (A, bottom panel). Prolonged pulse, shown here, results in
appearance of Tf in the ERC even in PI4K2A-depleted cells (A, upper panel). (B) Tf in the ERC of control and PI4K2A-depleted cell
after 20 min pulse.
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Monoisotopic mass of neutral peptide Mr(calc): 2339.18

Bait ID |Hit Gene Name | Pep # | Unique Pep #|Peptide lons Score: 92

1724 |VAMP7 1 1 AQTALPYAMNSEFSSVLAAQLK Matches (Bold Red): 29/232 fragment ions using 40 most intense peaks
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Supplementary Figure 4. MS/MS spectra for VAMP7. “Bait ID” is the unique identifier for the sample in ProHIts our internal interaction database (Liu et al., 2010). “Hit Gene
Name” is the gene name of the interactor. “Pep #” is the total number of peptides. “Unique Pep #” is the number of unique peptides (as defined by the Mascot search engine).
VAMP7 was identified with only one peptide in one PI4K2A biological replicate (1724) and thus did not meet our cutoffs to be identified as a high-confidence interactor.
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Bait ID  Bait Gene Name Hit Gene Name Hit Gene ID Hit Protein ID Hit Score Pep # Unique Pep # Coverage Freq

1st rep
1724 PI4K2A PI4K2A 55361 13559514 2160 775 31 61.4 0.45
1724 PI4K2A GABARAPL2 11345 6005768 96 5 3 28.2 0.31
1724 PI4K2A GNA11 2767 115511049 116 4 3 6.7 1.48
1724 PI4K2A SLC25A4 291 55749577 169 9 3 10.1 4.04
1724 PI4K2A TNFRSF10B 8795 22547116 134 7 3 7.7 0.31
1724 PI4K2A ABCB1 5243 42741659 171 2 2 3.7 0.54
1724 PI4K2A DSG2 1829 116534898 94 5 2 2.9 4.8
1724 PI4K2A IFNGR1 3459 4557880 90 3 2 7.2 0.22
1724 PI4K2A TMEM59 9528 20070191 109 6 2 7.7 0.36
1724 PI4K2A WDR6 11180 11072093 87 3 2 3.9 2.2
1724 PI4K2A LRP10 26020 32490559 120 2 1 2.9 0.27
1724 PI4K2A SDCBP 6386 55749490 129 3 1 6.4 0.4
1724 PI4K2A VAMP3 9341 4759300 89 1 1 17 1.75

2nd rep
1748 PI4K2A PI4K2A 55361 13559514 2118 674 33 66.6 0.45
1748 PI4K2A DSG2 1829 116534898 406 14 7 10.2 4.8
1748 PI4K2A IFNGR1 3459 4557880 229 5 4 14.1 0.22
1748 PI4K2A SDCBP 6386 55749490 228 4 3 17.8 0.4
1748 PI4K2A TNFRSF10B 8795 22547116 157 5 3 9.5 0.31
1748 PI4K2A VAMP3 9341 4759300 224 5 3 40 1.75
1748 PI4K2A WDR6 11180 11072093 123 3 3 2.9 2.2
1748 PI4K2A ABCB1 5243 42741659 196 6 2 3.3 0.54
1748 PI4K2A GABARAPL2 11345 6005768 104 3 2 22.2 0.31
1748 PI4K2A GNA11 2767 115511049 137 3 2 10.3 1.48
1748 PI4K2A LRP10 26020 32490559 134 4 2 4.6 0.27
1748 PI4K2A SLC25A4 291 55749577 118 5 2 7.4 4.04
1748 PI4K2A TMEM59 9528 20070191 94 5 2 7.7 0.36

Supplementary Table 1. Detailed summary of AP-MS data for PI4K2A interaction partners. “Bait ID” is the unique identifier
for the sample in ProHlIts, our internal interaction database (Liu et al., 2010). “Bait Gene Name” is the gene name of the bait (referred
throughout the paper as PI4K2A). “Hit Gene Name” is the HUGO gene name of each filtered interactor. “Hit Gene ID” is the NCBI
Gene ID for each hit. “Hit Protein ID” is the NCBI protein ID which can be used to refer to the protein sequence. “Hit Score” is the
score from the Mascot search engine. “Pep #” is the total number of peptides, or spectral counts. “Unique Pep #” is the number of
unique peptides (as defined by the Mascot search engine). “Coverage” is the percent of the protein sequence that has been detected by
mass spectrometry. “Freq” is the frequency with which the protein is identified in our internal SLRI data base.

Journal of Cell Science | Supplementary Material



