Supplemental Tables

Supplemental Table S1. List of oligonucleotides used in this study.

Name Sequence Purpos
oli 2078  AATACTCGAGTTAGTTGTCTTTGCAGTTTC Rvs. ALA2 stop
(Xhol)
0li 2953 GTAGAGACTGCAGCTTTAGATGGTCAAACTGATCTCAA Fwd ala2E159Q
AACAAGAGTG
0li2954 CACTCTTGTTTTGAGATCAGTTTGACCATCTAAAGCTGC Rvs ala2E159Q
AGTCTCTAC
0li2390 ATTGCATGCATGTACCCATACGATGTTCCAGATTACGCT Fwd ALA2 start
GAATTTTCTTCCGAAGAACTTGTGG (Sphl, HA-tag)
0li3422 GAATTCTTATGAAGCGTTTTGTGTACATTAACG Fwd on ALA2 start
(BamHI)
0li3423 GAGCTCTTAGTTGTCTTTGCAGTTTCTGG Rvs ALA2 stop
(Sacl)
Supplemental Table S2. List of plasmids used in this study.
Plasmid Description Source or
Referencé
pRS423-GAL  HIS3-based S. cerevisiae expression vector [1]
pRS426-GAL  URAS3-based S. cerevisiae expression vector [1]
pMP3157 Modified pR$423-GAL containing an RGSH10-thrombin [2]
cleavage-3gly motif on the EcoRI side of the polylinker
pMP3395 ALA2 in pMP3157 [3]
pMP2766 HA-ala2D381N in pRS423-GAL [4]
pMP3836 FLAG-ALIS5 in pR$426-GAL This study
pMP3681 Modified pR$SA423-GAL containing RGSH10-ALA2 This study
and FLAG-ALI S5
pMP3464 HA-ala2E159Q in pR$423-GAL This study
pMP4131 FLAG-ala2E159Q in pRA23-GAL This study
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Supplemental Table S3. Proteins which co-purify with the ALA2-ALIS5 complex identified by mass
spectrometry.

Digitonin® DDM?

Peptides Sequence Peptides Sequence
Protein identified coverage [%] identified coverage [%]
ALA2 93 73.2 62 55.6
ALIS5 34 66.9 17 40.9
Ssalp 60 83.3 42 65.7
Tom40p 30 95.3 12 53.2
Fetdp 29 46.7 22 33.9
Tom22p 13 72.4 1 11.2
Kar2p 56 60.4 43 48.2
Rps31p/Ubidp 11 60.5 6 35.5
Rpl2ap 30 79.5 16 64.6
RppOp 18 52.6 9 304
Hsc82p 52 70.4 29 38.3
Rpl4ap 27 75.4 18 50.3
Ssblp 39 52.5 28 50.2
Rpl16bp 38 72.8 12 45.7
Porlp 24 68.2 14 62.5
Rpl8bp 22 94.0 21 64.1
Pmalp 28 73.4 28 32.8
Yos9p 23 46.7 9 18.5
Pdri2p 61 50.0 31 24.2

“Yeast membranes co-expressing FLAG-ALIS5 andHagged ALA2 were solubilized with 1% (w/v) digitonin
and subjected to anti-FLAG affinity chromatography followed by ESI mass spectrometry analysis.

2yeast membranes co-expressing FLAG-ALIS5 andHiagged ALA2 were solubilized with 0.8% (w/v) DDM
and subjected to anti-FLAG affinity chromatography followed by ESI mass spectrometry analysis.



