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Figure S1. ERCC standard validation and principal component analysis for RNA-
seq samples. A) Representative ERCC standard curve. Graph shows standard curve
calculated for one biological replicate of sec14-1'. Logz transformed ERCC counts are
plotted on the y-axis while Logz transformed ERCC concentrations are plotted on the x-
axis. B) Principal component analysis of the normalized gene counts. The graph plots the
first two principal components. As expected, the RNA-seq datasets separate by genotype
on PC1, demonstrating that the majority of variance is explained by genotype and not by
biological replicate.



>
o
O

? INO1 ? FAS1 2 FAS2
QL > QL > L > .
Zz 28 30 : 2830 x 2830
22 20 22 20 2220
§ ) E 4 —_ § 4 o
O =~ 0 RN el
T K 10 T = 1.0 T £ 1.0
£ £ £
SZ o SZ SZ o
E sec14ts sec14ts £ sec14ts sec14ts S sec14ts sec14ts
eaf1A eaf1A eaflA
D E F
P CDS1 © YEH1 © BCP1
0@ 0815 x 0915 x
=@ =0 = o
35 26 10 2610
5 & o & < &
55 8505 S 505
ER ER —— < 3 —
F F FE
< DE: secldts  secldts < Dé sec1dts  secldts = DE: sec1dts  secldts

eaf1A eaf1A eaf1A
Figure S2. Confirmation of mMRNA expression of lipid metabolic genes identified in
transcriptome comparison of sec14-1eaf1A and sec14-1'. Strains were grown to log
phase in YPD at 30°C then shifted to 33.5°C for two hours prior to RNA extraction. mRNA
expression levels were normalized to TDH3 and ACT1 expression. The mean normalized
Logz fold expression (+S.E.M.) from three biological replicates is shown. Statistical
analysis was performed by unpaired two-tailed t-test: *p-value <0.05.
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Figure S3. CDS1 overexpression does not rescue growth defects of sec14-1'eaf1A.
A) Overexpression of CDS1 does not improve growth of secl4-1eaffA in inositol
depleted conditions. Culture of strains containing integrated TAP-tagged CDS1 gene
under a doxycycline-inducible promoter in wildtype (YKB4325), sec14-1S(YKB4326),
eaf1A (YKB4327), and secl4-1seaf1A (YKB4328) backgrounds were grown to mid-log
phase prior to being diluted to an ODesoo of 0.1 and 4 times 10-fold serial dilutions were
spotted on SC-inositol media supplemented with the indicated amount of myo-inositol and
doxycycline. Plates were incubated for two days at 30°C or 33.5°C and images are
representative of three biological replicates. B) CDS1 doxycycline-inducible protein
expression confirmation by immunoblot. Whole cell extracts from strains listed in A) were
collected from cultures grown to mid-log phase at 30°C with or without doxycycline. 12
pg of WCE was subsequently resolved on 7.5% SDS-PAGE gel, and subjected to
immunoblot analysis with a-TAP antibodies.
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Figure S4. Lipid droplet staining is significantly impaired in strains lacking neutral
lipid biosynthetic genes. A) Wildtype (YKB1079), and dga7Alro1Aare1Aare2A
(d.l.a.a.A; YKB4336) were grown to mid-log phase in SC media at 30°C before shifting to
inositol-supplemented (75 uM myo-inositol) SC media or inositol-depleted SC media for
2 hours at 30°C prior to being stained with 10 uM BOPIDY® 493/503 for 10 min before
imaging. Images shown are mid-field view of representative cells for each sample (Scale
bar =10 um). B) Graphic display of the mean relative fluorescence density for each strain
and condition. Cells were first segmented from brightfield images using a custom Matlab
script then fluorescence was measured for each cell using the outlines (see Materials and
Methods for details). Mean fluorescence density was measured from 100 cells across
three biological replicates relative to WT fluorescence in inositol supplemented media
(+S.E.M.). Statistical analysis was performed by one-way ANOVA with Tukey’s multiple
comparisons test: *p-value <0.05; n.s. not significant.
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Figure S5. Lipid droplet dynamics is impaired in EAF7 and ESA1 mutants. Wildtype
(YKB1079), eaf7A (YKB3292), secl4-1eaf7A (YKB4068), esal-L254P's (YKB4236), and
secl4-1esal-L254Pt (YKB4242) were grown to mid-log phase in SC media at 30°C
before shifting to inositol-supplemented (75 UM myo-inositol) SC media or inositol-
depleted SC media for 2 hours at 30°C prior to being stained with 10 uM BOPIDY®
493/503 for 10 min before imaging. Images shown are mid-field view of representative
cells for each sample (Scale bar =10 um). B) Graphic display of the mean relative
fluorescence density for each strain and condition. Cells were first segmented from
brightfield images using a custom Matlab script then fluorescence was measured for each
cell using the outlines (see Materials and Methods for details). Mean fluorescence density
was measured from 100 cells across three biological replicates relative to WT
fluorescence in inositol supplemented media (+S.E.M.). Statistical analysis was
performed by one-way ANOVA with Tukey’s multiple comparisons test: *p-value <0.05;
n.s. not significant.
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Figure S6. Inhibition of fatty acid biosynthesis causes a synthetic growth defect in
secl4-1's suppressed by NuA4 mutants eaf7A and esal-L254P'. Inhibition of fatty
acid biosynthesis by cerulenin treatment causes synthetic growth defect with sec14-1'
suppressed by EAF7 and ESA1 mutants. Wildtype (YKB1079), sec14-1's (YKB3144),
secl4d-1seaf/A (YKB4068), esal-L254Pt (YKB4236), and secl4-1%esal-L254Pts
(YKB4242) cultures were grown in YPD at 30°C prior to being diluted to an ODsoo of 0.1
and 4 times 10-fold serial dilutions were plated on YPD with indicated amounts of
cerulenin for two days at 30°C, 32°C, 33.5°C, and 37°C. Images are representative of
three biological replicates.
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