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Figure S1. Comparative in vitro stop codon readthrough levels promoted by amikacin ()
and kanamycin A (0) in the p2luc vector. The p2luc vector was transcribed and translated
using TNT quick coupled transcription/translation system. The amount of the translated
products was evaluated using the dual luciferase reporter assay system and the suppression
level was calculated as described into the manuscript. The results are averages of at least

three independent experiments.
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Figure S2. Drug-induced hair cell loss in cochlear explants. Sections of the middle and
apex parts are shown. (A) 0.1 mM NB30, (B) 1 mM NB30, (C) 0.1 mM NB54, (D) 1 mM
NB54 and (E) 0.2 mM gentamicin. A-D show essentially normal morphology, and cell
loss is almost complete in E. “OHC” indicates outer, “IHC” inner hair cells. Size bar

indicates the increment of 40 um.
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HPLC-ESI-MS analysis for the purity determination of compounds 1 and 2.

The HPLC system consisted of an Acquity UPLC from Waters. The chromatographic
separation was achieved using a Phenomenex Luna Hilic 3.0p 2.0x150mm column.
Sample aliquots of 1 pL were injected onto the HPLC column. The flow-rate of the eluent
was 300 pL/min and the mobile phase gradient is shown in tables 1-2.

A LCT Premier mass spectrometer from Waters under ESI conditions was used for mass
detection in positive and negative modes.

Table 1S. HPLC-ESI-MS conditions for separation of compound 2 (NB54).

Time Duration (min) 0.1% Foani.c acid in 30mM ammonium formate
Acetonitrile (%) pH=3 in Water (%)
0 75 25
10 75 25
20 50 50
23 50 50
24 75 25
32 75 25

Table 2S. HPLC-ESI-MS conditions for separation of compound 1 (NB30).

Time Duration (min) 0.1% For.mi.c acid in 30mM ammonium formate
Acetonitrile (%) pH=3 in Water (%)
0 85 15
15 50 50
20 50 50
21 85 15
31 85 15
Table 3S. HPLC-ESI-MS retention times, purity and HRMS analysis of compounds 1-2.
Compound Retention time (min) Purity (%) HRMS m/z
1 (NB30) 9.74 98.69 455.2360
2 (NB54) 12.20 95.55 555.2842
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