Jen et al., Supplementary Figures:

Supplementary Figure 1: Gene ontology analysis of 672 non-hair cell genes that are up-regulated in hair cells

in Gfi1 knockout mice

Supplementary Figure 2: Known motif analysis of 732 Gfi1 binding loci in hair cells.

Supplementary Figure 3: DNA sequences corresponding to the Rasd2 peaks in Figure 5 that contain binding

sites for ATOH1 but not GFI1 transcription factors.

Supplementary Figure 4: ChIP-QPCR analysis of ATOH1 and GFI1 binding to the same distal regulatory
elements in the Anxa4 and Afoh1 genes, both of which are direct targets of ATOH1. Cochlear epithelium from
neonatal Atoh7-GFP mice were processed for ChlIP using antibodies for GFP (to pull down ATOH1-bound
DNA) and GFI1, with IgG as a negative control. QPCR amplification of the DNA was carried out with previously

published primers to regions of the Atoh? and Anxa4 loci

Supplementary Figure 5: Full images of the blots of the co-immunoprecipitation experiments in Figure 6D.

The labels are the same as those in Figure 6D



Jen et al., Supplementary Tables:

Supplementary Table S1: Sheet 1 — list of 1378 hair cell enriched genes (Figure 1A). Sheet 2: 90 hair cell-
enriched genes up-regulated in the GFI1 knockout cochlea and 473 hair cell-enriched genes down-regulated in

the Gfi1 knockout cochlea (Figure 1B)

Supplementary Table S2: Sheet 1 - List of 732 GFI1 binding loci with their closest mapped gene name. Sheet

2 - list of 3792 ATOH1 binding loci with their closest mapped gene name

Supplementary Table S3: Sheet 1 - List of hair cell loci with GFI1 binding sites that are either up-regulated (8
genes) or down-regulated (51 genes) in the Gfi1 knockout. Sheet 2 - List of hair cell loci with GFI1 and ATOH1
binding sites that are either up-regulated (4 genes) or down-regulated (40 genes) in the Gfi1 knockout. Sheet 3

- List of non-hair cell gene loci with GFI1 binding sites that are upregulated (39 genes) in the Gfi7 knockout

Supplementary Table S4: Sheet 1 - List of 350 loci uniquely binding GFI1 in hair cells. Sheet 2 - List of 386

loci binding GFI1 and ATOH1 in hair cells. Sheet3 - List of 3402 loci uniquely binding ATOH1 in hair cells.



GO analysis for 672 non-hair-cell genes upregulated in the Gfi1 knockout
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Known motif enrichment analysis for Gfi1 binding loci

bHLH
transcription factors Motif P-value

NeuroG2 QQQMQT Ig 1e-12
NeuroD1  ZCCATCTGLL  1e-1

Atoh1 ATACCATQT % te-11
Ascl1 TScCACSTCSE  1e-10
BHLH15 QQQCATQT T 1e10

Supplementary Figure 2
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Atoh1

Supplementary Figure 4
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