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S1 Fig: Bmi1 expression in neonatal vestibular sensory epithelia
(A-C) Sections of the vestibular apparatus of WT mice at p0, stained for Bmi1 (green) and co-labeled for Sox2 (red) and Myosin7a (white). Nuclei were labeled with DAPI. Bmi1 expression was detected in hair and supporting cells of the utricle (A), crista ampullaris (B) and saccule (C). In all three epithelia, Sox2 expression was observed in supporting cells and a subset of hair cells. Supporting cells are indicated by solid white arrows, while hair cells are indicated by hollow white arrows. SC: supporting cells, HC: hair cells. Scale: 50 µm. 

S2 Fig: Gross morphology of the Bmi1 KO OC at p0
(A and B) Mid-modiolar sections of the cochleae of Bmi1 WT (A) and KO (B) mice at p0, counterstained with DAPI (blue). The KO cochlea displays the normal 4-5 cochlear half-turns. All of the turns appear normally formed, with similar morphology to the WT cochlea. WT: wildtype, KO: knockout. Scale: 200 µm.

S3 Fig: Effect of viral vector-mediated p16ink4a overexpression on the transcription of the apoptosis-related genes caspase-3 and caspase-9
(A and B) Quantitative analysis of caspase-3 and caspase-9 mRNA levels in organ of Corti-derived spheres, which were incubated with either of two viral vectors: i) Ad-GFP to induce the expression of GFP, or ii) Ad-p16-GFP to induce the expression of both GFP and p16ink4a. No significant differences were detected in the levels of caspase-3 (A) or caspase-9 mRNA (B) between the spheres incubated with Ad-GFP and those incubated with Ad-p16-GFP for 5 days in vitro (n=2 independent samples, measured in triplicate, for both groups, Student’s t-test, p>0.05). n.s.: not significant.

S1 Table: List of antibodies and fluorophores used in this study
	Product
	Host
	Company
	Dilution
	No.

	Bmi1
	Mouse
	Abcam
	1:200
	ab14389

	GFP
	Rabbit
	Invitrogen
	1:400
	A-11122

	Myosin7a
	Rabbit
	Axxora
	1:500
	PTS-25-6790

	Myosin7a
	Mouse
	Developmental Studies Hybridoma Bank
	1:200
	MYO7A138-1

	Sox2
	Goat
	Santa Cruz Biotechnology
	1:100
	sc-17320

	NeuN
	Rabbit
	Abcam
	1:500
	ab177487

	NeuN
	Mouse
	Merck-Millipore
	1:100
	MAB377

	Sox10
	Goat
	Santa Cruz Biotechnology
	1:100
	sc-17342

	Ki67
	Rabbit
	Abcam
	1:200
	ab16667

	pHH3
	Rat
	Sigma-Aldrich
	1:200
	H9908

	EdU "Click-iT® Alexa Fluor® 594“
	
	Thermo Fisher Scientific
	
	C10339


	Phalloidin Alexa Fluor® 568
	
	Thermo Fisher Scientific
	1:400
	A-12380

	DAPI
	
	Thermo Fisher Scientific
	0.3 µM
	D1306

	Anti-mouse Alexa Fluor® 488
	Donkey
	Thermo Fisher Scientific
	1:400
	A-21202

	Anti-goat Alexa Fluor® 594
	Donkey
	Thermo Fisher Scientific
	1:400
	A-11058

	Anti-rabbit Alexa Fluor® 647
	Donkey
	Thermo Fisher Scientific
	1:400
	A-31573

	Anti-rabbit Alexa Fluor® 488
	Donkey
	Thermo Fisher Scientific
	1:400
	A-21206

	Anti-mouse Alexa Fluor® 647
	Donkey
	Thermo Fisher Scientific
	1:400
	A-31571


	Anti-rabbit Alexa Fluor® 546
	Donkey
	Thermo Fisher Scientific
	1:400
	A-10040

	Anti-rat Alexa Fluor® 594
	Donkey
	Thermo Fisher Scientific
	1:400
	A-21209
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