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13 June 2015

Dear Dr. Singh,

We are pleased to submit the attached manuscript “Integration of wet and dry bench processes optimizes targeted next-generation sequencing of low-quality and low-quantity tumor biopsies” for consideration of publication in JoVE.  We recognize the value of the unique format that JoVE offers for sharing complex information and protocols, and believe that that the dynamic scientific video medium, combined with detailed text instructions and other supporting information, will enhance adoption, mastery and reproducibility of the procedure we describe for targeted next-generation sequencing (NGS).  Targeted NGS procedures are rapidly emerging for molecular diagnostic applications, but the lack of cohesion across wetware, hardware, and software requirements challenges their validation and implementation.  Our cross-platform method addresses these gaps by enabling a comprehensive systems approach that links pre-analytical, analytical, and post-analytical steps.  We believe that the benefits of this consolidated approach—particularly the workflow advantages—are an excellent fit with the visual format that JoVE offers through its multimedia interface. 
The attached manuscript is responsive to your previous invitation for a submission to JoVE, and consistent with our discussions in April.  The method described addresses a compelling need for more streamlined and integrated targeted NGS methods that can advance molecular diagnostic testing needs for clinical oncology applications using FFPE and FNA tumor biopsies.  This work significantly extends our 2013 publication in the Journal of Molecular Diagnostics (Hadd et al.) by incorporating multi-variant controls, a functional DNA quantification and qualification assay, a single-tube multiplex PCR enrichment step, a unified library purification method, a novel calibration-free library quantification assay, and, critically, an innovative, personal computer-compatible bioinformatics pipeline that is informed by the results of the pre-analytical QC analyses and tuned to reliably call clinically-actionable DNA variants from challenging cancer specimens.  As a result, this method addresses a number of limitations of existing methods by improving both the workflow complexity (both hands-on time and total time-to-result) and the accuracy of variant calling, particularly using low-quantity and low-quality tumor DNA.  In addition, the integrated dry bench software eases the requirements for cryptic bioinformatics expertise and a high performance computing infrastructure. 
In our submission, we have provided contacts for 6 potential reviewers, including several that have worked directly with the protocol described.  As previously discussed, we are highly motivated to achieve publication by the end of October should the manuscript meet the journal’s standards.  
Finally, author contributions for this work are as follows:

· JH helped develop the methodology, performed experiments, and helped write and edit the manuscript.

· AGH helped develop the methodology, designed and directed studies, and  performed data analysis. 

· RZ helped develop the methodology and performed data analysis. 

· BCH helped develop the methodology, performed data analysis, and helped write and edit the manuscript.  

· GJL helped develop the methodology, conceived, designed, and directed the studies, performed data analysis, and wrote the manuscript.

We look forward to the next steps in the review process. 

Sincerely,
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