We thank editorial team for reviewing the manuscript thoroughly. We want to address the comments pointwise.
 Reviewer #3: 

- the morpholinos used are not referenced.
Our response: Thank you for bringing it to our knowledge. We have done that now.

1. Injecting morpholino into zebrafish embryos:
-my assumption is that it is not intended to give an exact protocol for microinjections into zebrafish eggs; otherwise much more detail would be needed. The published protocols should be cited.

-I don't understand the paragraph on calibration (1.4.). It must be specific for the injection setup used; if we inject with our setup for 5 sec the needle will be completely empty.
What does 1mm=30nl mean? If 1 mm is the diameter of a spherical droplet that was produced, then r = 0.5 mm, and therefore the volume would be (v = 4/3 * 3.14 * r[3]) approx. 500 nl. If some specific setup for calibration is used this should be mentioned.
Our response: As microinjection is a very essential part of this protocol, we understand discussing it in the main text is appropriate. Also, we have cited the appropriate published protocols.
Reviewer is correct that the standard stated here, 1mm=30 nl, is specific to microinjector pressure settings and the diameter of the capillary used for calibration. We have mentioned it in the main text as a separate note. 
“1mm” is not diameter of the spherical droplet. But this is the length of the capillary tube (Drummond, Catalog Number 1-000-0010), which is used for calibration. It means 1mm of this capillary can hold 30 nl of the solution.

2. Pigmentation analysis

-to visualize all five melanophore stripes simultaneously the larvae must be slightly tilted, otherwise the two lateral stripes will be on top of each other and it will be more difficult to count individual cells. In Fig. 1C and 2A, H2AFV MO 4 ng this is the case; however, not in Fig. 2A, CNTRL MO 4 ng, where, in deed, I find it difficult to distinguish individual cells. This could be mentioned.
Our response: We agree that fish has to be slightly tilted to visualize both the lateral stripes simultaneously. We have incorporated it into the main text.

-morpholino injections frequently lead to developmental delays that might result in reduced melanophore pigmentation, especially when analyzed during very early stages. This could be mentioned in the discussion to caution others who might investigate genes without known mutant phenotypes.
Our response: Morpholino injections often lead to developmental delays especially till 24 hpf. Firstly, control morpholino should account for any developmental delay due to injection. Secondly, in some cases the experimental morphants show developmental delay whereas control morphant do not. To account such cases the morphological developmental stage of zebrafish should be used as the reference point to compare between experimental and control morphants. 
We will mention this in the discussion. 

-melanophores in zebrafish are of two different origins: the neural crest derived body melanophores, which are dependent on MitfA; and the melanophores of the retinal pigment epithelium, which are of a neuro-ectodermal origin, and do not depend on MitfA. This could possibly affect the interpretation of the results obtained from melanin quantification of total larvae and should be commented on.
In addition, it seems that in Fig.2A, H2AFV MO 4 ng the larva shows reduced pigmentation in the eyes. If this was indeed the case, and it is not due to the way the picture was taken, not only neural crest derived melanophores would be affected by the knock-down. This could be commented on.
Our response: We agree during NaOH based melanin estimation and fluorescent imaging using Tg(ftyrp:gfp) line, we will be unable to differentiate between RPE and NCDMs. And this will affect the interpretation as mentioned by the reviewer correctly. 
But we do multiple investigations parallelly to appreciate the difference. For example: H2AFV morpholino injection in Tg(mitfa:gfp) that only marks NCDMs not RPE, also mean gray value is calculated from head region to estimate the overall melanin content per embryo. It is necessary to put together all the above obseravations before coming to a justified and valid interpretation.
We will surely comment about this in discussion. 
Abbreviatons used: RPE= Retinal Pigment Epithelium; NCDMs= Neural Crest Derived Melanophores.






