Supplemental Methods
Murine neonatal cochlea explants and isolation of the spiral ligament with stria vascularis
Neonatal CBA/CaJ mice aged P2 to P5 were put in a cut-off glove finger and placed on crushed ice to trigger cryo-anaesthesia (~5 min), following decapitation with sharp operating scissors. After cleaning the skin with 70% ethanol, heads were put in a Petri dish with ice-cold HBSS. The cranium was opened and cut into two halves with a scalpel blade in the midline in the sagittal direction, and the skin was peeled to the forehead until the line of the orbits. With a cut in the coronal plane posterior to the orbits, the cranium was separated from the forehead and snout. The brain was bluntly removed, and the temporal bone with the semicircular canals and the cochlea, surrounded by the stapedial artery, was identified. Adjacent tissue was removed, the cochlea was separated from the vestibular system, and extracted. Further procedures were done in an extra Petri dish filled with ice-cold HBSS. The cartilaginous capsule of the cochlea was gently detached, revealing the cochlear ducts and modiolus. The coherent spiral ligament, containing the stria vascularis, and the organ of Corti were pulled off in a rotating movement from the basal to the apical turn, and subsequently separated from each other. Spiral ligaments with strias were collected in a sterile tube, briefly centrifuged, and frozen at -80 °C for further processing.

Preparation of mouse stria vascularis protein homogenates for Western blot
Twelve stria vascularis from six CBA/CaJ neonatal (P2-5) mice were combined into one 1.5 ml tube. RIPA buffer (110 µl; R0278, Sigma-Aldrich) was added with 1.1 µl protease inhibitor cocktail (HaltTM protease inhibitor Single-Use Cocktail, 1860932, Thermo Scientific), followed by a 30-minute incubation on ice. After the incubation time, the sample was sonicated at 45 kHz using a bath sonicator (USC300T, VWR) for 1 minute, followed by 30 seconds of incubation on ice. This cycle was repeated 8 times. After the sonication, the sample was resuspended on ice using a 200 µl pipette, followed by further homogenization with a 30G syringe (Omnican® 50, U-100 Insulin / 50 I.U., 0.5 ml, 9151125S, BRAUN). The sample was centrifuged at 900 xg and 4 °C for 15 min, and the supernatant was transferred to a fresh 1.5 ml tube. RC DCTM protein assay (#5000121, Bio-Rad Laboratories, CA, USA) was performed following the manufacturer’s protocol to determine the total amount of protein in the sample. Equal amounts of total proteins (20 µg) in equal volumes (30 µl) were mixed with 10.5 µl sample buffer containing 100 mM dithiothreitol and 8% SDS and subjected to Western blot.

Immunocytochemistry for primary antibody validation
HEK293 Phoenix cells were transfected with the pTARGET or pIRES2 dsREDexpress vectors coding for human SLC26A4 or ZBTB16, respectively, or left untreated. Thirty-two-hours after transfection, cells were transferred on 12 mm poly-L-lysine-coated glass slides, grown overnight, fixed with 4% paraformaldehyde for 30 min, permeabilized with 0.2% Triton X-100 for 15 min, blocked with 1% BSA for 1 hour, and incubated overnight at 4 °C with anti-SLC26A4 (rabbit polyclonal, H-195, Santa Cruz Biotechnology, sc-50346) or anti-ZBTB16 (mouse monoclonal, D-9, Santa Cruz Biotechnology, sc-28319) antibodies, both diluted 1:50 in 1% BSA. Next, samples were incubated for one hour at room temperature with the secondary antibodies (donkey anti-rabbit TRITC-conjugated IgG, Abcam, ab 6799, or goat anti-mouse Cy5-conjugated IgG, Abcam ab6563, respectively, both diluted 1:1000). After washing, cell nuclei were counterstained with DAPI (0.1 µg/ml) for 10 min at room temperature. All solutions were prepared in Hank´s balanced salt solution (HBSS). Samples were mounted in MOWIOL® 4-88 (Sigma-Aldrich). 

