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Dear Editor:
I have finished the manuscript according to the requirements of invitation letter and wish to submit this original paper for publication in Journal of Visualized Experiments, titled “Morphological and Functional Evaluation of Ribbon Synapse at Specific Frequency Region of the Mouse Cochlea.” The paper was coauthored by Shu-Kui Yu, Zheng-De Du, Qing-Ling Song, Teng-Fei Qu, Yue Qi, Wei Xiong, Lu He, Wei Wei, Ke Liu, Shu-Sheng Gong. 
This manuscript presents a protocol to analyze cochlear synaptic morphology and function at specific frequency region in adult mice. After cochlear frequency localization performed by the combination of the place-frequency map and cochleogram, the morphological characteristic of ribbon synapses is evaluated by synaptic immunostaining and the functional status of ribbon synapses is investigated by amplitudes of ABR wave I. We believe that our protocol can be used as a valuable tool to help deeper understanding the pathological appearances of synaptic dysfunction, exploring their mechanisms, and evaluating the efficacy of a possible therapeutic intervention for future investigations. 
Further, we believe that this paper will be of interest to the readership of your journal because we provide detailed and complete descriptions and critical steps for experimental manipulation based on our experience. By above experimental strategy, our lab investigate the number and function of synaptic ribbons in cochlea of normal mice, and find that maximal number of pre-synaptic ribbons is formed in the cochlear region of middle frequency coupling with the lowest ABR threshold and highest CAP amplitudes, suggesting that the middle frequency (8–16 kHz) may be the most sensitive region to sound stimuli in mice. These results have been published in our latest article in Acta Oto-Laryngologica, titled “Maximal number of pre-synaptic ribbons are formed in cochlear region corresponding to middle frequency in mice.” 
The experimental protocol presented in this paper has been used to generate data previously published in other journals. But the content including representative results and figures in this original manuscript does not overlap with any other previously published article by us. A majority of methods used in this paper have also been improved upon following original use, all of which are the most recent version for this submission. We have read and understood your journal’s policies, and we believe that neither the manuscript nor the study violates any of these. There are no conflicts of interest to declare.

Thank you for your consideration. I look forward to hearing from you.
Sincerely,
Ke Liu
Department of Otolaryngology - Head and neck surgery, Beijing Friendship Hospital, Capital Medical University, 95 Yong An Road, Beijing,  100050, China.
E-mail: Keliu66@hotmail.com
Tel: +86 13811488642
