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Table S1: Table summarizing the dominant negative effects (genomic and non-genomic) observed in all

the different genotypes. Related to Figure 6.

Genomic effect Non-genomic effect

PHENOTYPE

GENOTYPE
dHNF4 RNAi

dHNF4"°VOE
(18°C)

dHNF4°E
(25°C)

dHNF4MghoE
(29°C)

dHNF45T%4

(25°C)

/: data not available



Table S2. Drosophila genotypes used in this study. Related to STAR Methods.

Genotype Figure
w; +/+; hnf4-HNF4-GFP.Flag Figure 1
w; +/+; hsp70-GAL4-dHNF4, UAS-nlacZ56 Figure 1

w; Dot-Gal4/+; UAS-GFP-RNAI
(bloo#9330)/+

Figures 1, 2, 4, 6, S1, S2, S3, S4, S5, S6

w; Dot-Gal4/UAS-Pkd2-RNAi (bloo#51502);
+/+

Figure S1

w/yv; Dot-Gald/+; UAS-HNF4-RNAi
(bloo#29375)/+

Figures 1, S1, S4

w; Dot-Gal4/UAS-HNF4-RNAi (Vienna
GD12692); +/+

Figure S1

w; Dot-Gal4/+; UAS-HNF4-3xHA/+ (FlyORF
#F000144)

Figures 2, 3, S2, S3, S4

w; Dot-Gal4/UAS-midway-RNAI Figure S2
(bloo#65963); +/+

w/yv; Dot-Gal4/+; UAS-GFP-RNAI/UAS- Figure S2
HNF4-RNAi (bloo#29375)

w/yv; Dot-Gal4/UAS- midway-RNAi; UAS- Figure S2
HNF4-RNAi (bloo#29375)/+

w; Dot-Gal4/UAS-midway-RNAi; UAS-HNF4- Figure S2

3xHA/+

w: Dot-Gald/+; UAS-HNF4R"®"W_3xHA/+

Figures 5, 6, S6

w: Dot-Gald/+; UAS-HNF4X"W_3xHA/+

Figures 5, 6, S6

w; Dot-Gal4/+; UAS-HNF4°>"***_3xHA/+ Figures 4, S5
w; Dot-Gald/+; UAS-HNF4~*"WS19 3y HA/+  Figures 5, 6
w; Dot-Gal4/ UAS-midway-RNAJ; UAS- Figure S6
HNF4R18"W_3xHA/+

w; Dot-Gal4/UAS-Pkd2-RNAi; hnf4-HNF4- Figure 4
GFP.Flag/+

w; Dot-Gal4/+; hnf4-HNF4-GFP.Flag/UAS- Figure 4
HNF4-3xHA

w; Dot-Gal4/+; hnf4-HNF4-GFP.Flag/UAS- Figure 5
HNF4R18"W_3xHA

w; Dot-Gal4/+; hnf4-HNF4-GFP.Flag/UAS- Figure 5
HNF4RT7TW_3xHA

w; Dot-Gal4/+; hnf4-HNF4-GFP.Flag/UAS- Figure 4
HNF4S189A_3xHA

w; Dot-Gal4/+; hnf4-HNF4-GFP.Flag/UAS- Figure 5

HN F4R167W/S1 69A_3XHA

Dot-Gal4; UAS-GFP-mCherry-Atg8/UAS-
Pkd2-RNAi; +/+

Figures S4, S5, S6

Dot-Gal4; UAS-GFP-mCherry-Atg8/UAS- Figure S4
ATP6AP2-RNAi (Vienna KK105281); +/+

w; Dot-Gal4/JAS-GFP-mCherry-Atg8; UAS-  Figure S4
HNF4-3XHA/+

w; Dot-Gal4/JAS-GFP-mCherry-Atg8; UAS-  Figure S6

HNF4R16™W_3XHA/+




Dot-Gal4; UAS-GFP-mCherry-Atg8/+; UAS-  Figure S6
HNF4R"W_3XHA/+

w; Dot-Gal4/UAS-GFP-mCherry-Atg8; UAS-  Figure S6
HNF4R167W/S169A_3XHA/+

Dot-Gal4; UAS-GFP-mCherry-Atg8/+; UAS-  Figure S6
HNF45'"9.3XHA/+

w; Sns-GAL4/+; UAS-GFP-RNAI/+ Figures 6, S1, S4
w; Sns-GAL4/+; UAS-HNF4-RNAi Figure S1
(bloo#29375)/+

w; Sns-GAL4/+; UAS-HNF4-3xHA/+ Figure S4

w; Sns-GAL4/+; UAS-HNF4~°""_3xHA/+ Figure 6

w; Sns-GAL4/+; UAS-HNF4™ ""W_3xHA/+ Figure 6

W; Sns-GAL4/+; UAS-HNF4°>"609ARTeMW, Figure 6

3xHA/+




Table S3. Oligonucleotide information. Related to STAR Methods.

Mutagenesis in flies: UAS-HNF4"~ "™ forward: CATTCTTCTGGAGGAGTGTCAGGAAAAA
TCATCAG
reverse:ACTCCTCCAGAAGAATCCTTTGCAGCCG
TCGCAGC

Mutagenesis in flies: UAS-HNF4°™" forward: CAGGAGGGCTGTCAGGAAAAATCATCAG
TACAC
reverse:CCTGACAGCCCTCCTGAAGAATCCTTTG
CAGC

Mutagenesis in flies: UAS-HNF4<T®"VSTo9R forward:CTGGAGGGCTGTCAGGAAAAATCATCAG
TACAC
reverse:CCTGACAGCCCTCCAGAAGAATCCTTTG
CAGC

Mutagenesis in flies: UAS-HNF4™""™ forward:GGAGTGTCTGGAAAAATCATCAGTACAC
TTGCAG
reverse:GGAGTGTCTGGAAAAATCATCAGTACAC
TTGCAG

Mutagenesis in COS-7 cells: R85W forward:CGCACGCTCCTCCAGAAGAAGCCCTTG
reverse:CAAGGGCTTCTTCTGGAGGAGCGTGCG
Mutagenesis in COS-7 cells: R89W forward:CATGTGGTTCTTCCACACGCTCCTCCGG
A
reverse:TCCGGAGGAGCGTGTGGAAGAACCACAT
G

Mutagenesis in COS-7 cells: S87A forward:GGTTCTTCCGCACGGCCCTCCGGAAGAA
GC
reverse:GCTTCTTCCGGAGGGCCGTGCGGAAGA
ACC

Mutagenesis in COS-7 cells: R85W/S87A forward:GGTTCTTCCGCACGGCCCTCCAGAAGAA
GCCCTTGC
reverse:GCAAGGGCTTCTTCTGGAGGGCCGTGC
GGAAGAACC

Mutagenesis on human HNF4A: R85W forward:GGGCTTCTTCTGGAGGAGCGT
reverse:GTCGACACTGCCGACGTT

qPCR primers: Tbp forward:CCCCTTGTACCCTTCACCAAT
reverse:GAAGCTGCGGTACAATTCCAG

gPCR primers: HNF4A forward:GGTGTCCATACGCATCCTTGAC
reverse:AGCCGCTTGATCTTCCCTGGAT

gPCR primers: V5.HNF4A forward:GTAAGCCTATCCCTAACCCTCTC
reverse:AAATTCCAGGGTGGTGTAGG




