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Supplemental Data include three figures 
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Figure S1. Hearing in Klc2-null mice was completely lost at 8 months, and deafness was independent of Klc1, Klc3, and Klc4.
(A) ABR thresholds of WT and Klc2-null mice at 8 months showed that hearing was completely lost in the mutant mice, ***p < 0.001, n = 4. (B and C) Representative confocal images and histogram of OHC loss at 8 months, n = 4. Scale bar: 100 μm. (D) Q-PCR analysis of KLCs in Klc2-null mice at P30, n.s. = not significant, n = 3.
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Figure S2. Klc2 interacts with cuticular plate-related proteins 
(A) Schematic of the CoIP-MS results showing the number of proteins pulled down by the two different antibodies. (B) Klc2 interacts with Myh14 at endogenous levels. Co-IP was performed with WT and Klc2-null mice, followed by immunoprecipitation using anti-Klc2 or IgG antibody and immunoblotting with anti-Myh14 antibody. (C) The apical turn of the basilar membrane of WT and Klc2-null mice was labeled with spectrin (green) and phalloidin (red), and the results showed the normal cuticular plate structure of Klc2-null mice, n = 3. Scale bar: 10 μm.
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Figure S3. Abnormal mitochondria distribution did not affect the expression pattern of prestin and was not associated with apoptosis, autophagy, or excessive ROS production.
Representative confocal images of WT and Klc2-null mice at P40. (A) The apoptosis marker caspase-3 and the autophagy marker Lc3b were not detected in Klc2-null mice, n = 3. (B) Normal prestin expression was seen in mutant mice, n = 3. (C) No positive immunofluorescence signal for two ROS markers 3-nitrotyrosine (3-NT) and 4-hydroxynonenal (4-HNE) was seen in paraffin sections, n = 3. Scale bar: 20 μm.
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Protein ID (Related to cuticular plate )
Tpm3 (Tropomyosin alpha-3 chain)

Myosin6 (Unconventional myosin-VI)
Sptb2 (Spectrin beta chain, non-erythrocytic 1)

Sptni (Spectrin alpha chain, non-erythrocytic 1)
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