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Figure S1: Growth assay of known trafficking mutants

a) Wild-type, rcy1A and nhx1A cells grown to mid-log phase were spotted in a 1 in 10 serial dilution
onto plates of 32, 16, 8, 4,2, 1,0.5, 0.25, 0.1, 0.05 and 0 mg/L uracil and incubated at 30°C for 3 days.

b) Wild-type, sec7-1 and vps2A cells were spotted onto plates of 4, 0.1 and 0.05 mg/L and incubated
at 37°C or 30°C for 3 days. A students t-test (was carried out to determine significance).
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Figure S2: Methionine auxotroph trafficking mutants grow efficiently in low methionine media

Wild-type BY4741 MatA cells harbouring the met15A mutation that confers methionine auxotrophy,
and two additional strains in this background additionally harbouring rcy 1A (purple) or nhx1A (blue)
mutations, were grown on SC media plates containing various indicated concentrations of methionine.
There was no concentration of methionine that supported growth whilst also resulting in any significant
defect in the strains with defective trafficking to the surface.
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Figure S3: Interactome analysis

Rcy1

Ubr2
Swd3

Swd1 ~P\ /"31

Sdc1

AvI9

Tco89
Bud22

| CIn3

Bud21 /

Hom2 Met10
\> \ Zwf1
N

Trp1 Sac6

Rvs161
Dbf2  Hof1 i
/

—

Erg24

/

Erg5

Swi6

Ser1

Mks1

\Rto2 Spt3
—
\ /

Spt8

\Nma1
\Bna4

Hog1

U3
\Bre5

Vid27  Apti

Adk1

Get2 \
Est3

Nhx1 Gos1

Gefl Glo3 Gyp7

STRING pathway analysis for factors with known physical interactions identified in the low uracil-specific
growth screen. Factors enriched for GO terms associated with cellular component (pink) and those that
are included in bioinformatic assessment of gene expression upon their deletion (blue) are indicated.
Orphan candidates with no interactions have been removed.

Supplemental material Page 4 of 9



1 08 06 04 02 0 -02 -04
| ﬁﬂrwﬁ o [11 H
1 I
L
[
L
i
| —
I3 IdIg8S323833883889383838¢8
5 S8808S255°8238833gs82oP5RER
(%]

Figure S4: Correlation matrix of responsive TF mutants of interest
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Correlation matrix of responsive mutants of interest, where 1 is perfect correlation as found from
comparing identical mutants. Mutants of known interacting partners, for example Swd1, Swd3, Sdc1,

exhibit high levels of correlation.
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Figure S5: Expression of YDR222W in transcriptional mutants

Volcano plots were constructed for logz fold changes and their corresponding p-values for genes in
microarray analyses comparing wild-type cells to indicated mutants. Value for YDR222W expression is
shown in each plot from mutants identified fro mthe screen (red) and an independent analysis of htz1A
mutants that were not identified as Furd-related from the screen (green).
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Figure Sé: Fluorescently labelled surface cargoes

a) Furd-mNeonGreen localisation in indicated strains.

b) Percentage of cells with either 0-1 (upper) or 2+ (lower) intracellular puncta were quantified (n = >30).
¢) Indicated cells were co-expressing Mup1-GFP and Ste3-mCherry under control of endogenous
promoters were grown to mid-log phase and imaged by confocal microscopy.
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Figure S7: Localisation effects of fluorescently tagging Tna1

Wild-type cells expressing either N-terminally (GFP-Tna1) or C-terminally (Tna1-GFP) GFP tagged Tna'
were imaged at log phase. PM = Plasma Membrane, cER = cortical Endoplasmic Reticulum and ER =
Endoplasmic Reticulum. Scale bar = 5um.
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