We appreciate the constructive comments provided by the Reviewers, and we have attempted to address them on a point-by-point basis below.  The changes that we made were tracked in red in the main text.

Reviewer #1
1)  In step 1.6, the author used frozen MEF as the starting material for reprogramming. Is the usage of frozen MEF essential for the success of this reprogramming protocol? Or how is the frozen MEF compared to the MEF in culture? Does fresh cardiac fibroblast work with this protocol? It would be helpful if the author could provide more detailed guidance on the selection of starting cell material.
[bookmark: _GoBack]The usage of frozen MEFs is not essential for the success of the reprogramming protocol.  As shown previously (Qian et. al. Nature protocol 2013), using fresh fibroblasts is more effective for cardiac reprogramming.  However, isolating fresh fibroblasts every time is inconvenient.  We were able to achieve good reprogramming efficiency using the MEFs which was frozen without expansion (P1).  We added this comment in the text.

2) In the image acquisition and analysis step, adding essential screenshots or even a short video demonstrating how the analysis is performed within the MetaXpress is recommended. For example, in step 3.14, showing a screenshot for setting the focus offset would be helpful to readers with zero experience in metaXpress software.
We do agree on this suggestion.  We plan to film this part in detail.
 

Reviewer #2
1) For figure 1, starlike symbols could be marked for the groups to have statistically signification.
Added.  

2) For the discussion part. The protocol described here is an improvement for measurement reprogramming efficiency in the protein level. Other levels of measurement like single-cell seq in mRNA level and contraction in functional level also should be discussed and whether those protocols can be combined.
We discussed this issue in the discussion.

3) Also, in the method part, Titin and alpha-actinin were selected as the marker for cardiomyocyte. The generally used marker like Myh6 and Tnnt2 was not shown here. Therefore, it should be discussed why Titin and alpha-actinin were selected in the discussion.
We discussed this issue in the discussion.


Reviewer #3
I would also suggest to use more specific cardiac marker genes to assess the efficacy of reprogramming. Indeed authors performed a double immunofluorescence with a-actinin and titin, which cannot be properly considered cardiac-specific marker genes, instead of Cardiac Troponin C (cTnT), Myosin Light Chain 2V (MLC-2v), myosin light chain-2a (MLC2a), and HCN4.
We discussed this issue in the discussion.



