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Editorial comments:

1. There are still some writing errors. Please proofread, ideally by a native English speaker.
R: The MS was revised carefully, and the errors have been corrected.

2. The PCR steps are still fairly vague, apart from step 7.2. Did you always use the conditions in Table 6?
R: More details are added to the steps of Normalization (step 7) and PCR amplification (step 8). The PCR conditions for 26S rRNA normalization are different from that for PCR amplification of the target transcripts. In the revised MS, the PCR components and conditions for 26S rRNA are shown in Tables 5 and 6, while those for the target transcripts are given in Tables 7 and 8.
 
3. 6.2: You mention 5-7 gene specific primers here, but only demonstrate one gene in the results. Should this be ‘up to 5-7’ primers?
R: Actually, the cDNAs used to map cox2 were reverse transcribed by a primer mixture containing 26S-CRT, cox2-CRT, nad5-CRT, nad6-CRT, nad7-CRT, nad9-CRT, cob-CRT, and cox1-CRT. The composition of the primer mixture is added in the legend of Figure 4, and the primer sequences are added in Table S1. To avoid any confusion, ‘5-7 gene specific primers’ is changed to “up to 7 RT primers”.

4. 8.2: This is vague-how exactly is this used to verify the results?
R: Nested PCR is used to verify the first round PCR results, and more details are given in steps 8.1 to 8.6. 

5. 9.1: Which vector did you use?
R: The vector used at step 9.1 is the same as that used at step 10.1. This information is added.

6. After revisions, please ensure the highlighted portion of the protocol is no more than 2.75 pages.
R: Less than 2.75 pages of essential steps in Protocol are highlighted for the video, and we think these steps form a cohesive story of the Protocol.

7. Figure 1: You mention qF1 and qR1 in the legend (as well as Table S1), but it looks to be qCR and QCF in the figure itself; please clarify.
R: We are sorry for the mistake. ‘qF’ and ‘qR’ were changed to ‘qCF’ and ‘qCR’, respectively.
