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Please order the steps properly so that the protocol can be followed in chronological order.

We have reorganized a few of the steps, so that now the protocol follows a chronological order.

Please note that the protocol text will be used to generate the script for the video and must contain everything that you would like shown in the video. Please review the protocol to ensure that there is enough detail in each step to supplement the actions seen in the video so that viewers can easily replicate the protocol.

We included a few small changes in the protocol, which we believe now has enough details to supplement the video. These changes include the possibility of using DMEM for dissection medium preparation (point 1.2), the storage conditions of the culturing medium (point 1.3), additional details on the preparations needed prior to embryo extraction (point 1.4), additional step of uterus transfer to a biosafety cabinet (point 2.5), the use of clean 60-mm petri dishes for fetus dissection (point 2.7), the importance of transferring the embryonic body to a clean dish (point 2.8), clarification on what bones are transferred and the pipette used (point 2.14), an additional Note suggesting change of cloudy medium, more detail on dissection medium removal (point 2.16), an additional step where the procedure for retinoic acid addition is explained (point 2.18) and a more detailed explanation on the fixation of the samples (point 2.21). 


Please expand the section title to be more informative.

We expanded the titles of the three sections of the protocol as follows:
1.	Preparations prior to the day of bone culture
2.	Protocol: culture of fetus and newborn tibia and femur
3.	Measurement and analysis of the full length of the bone and of the mineralized region

Peeling?

We corrected the spelling of the word to peeling

Tweezers or scissors?

The skin of the fetuses and newborns is soft enough to be cut with tweezors.

Please move the discussion of critical steps to the Discussion section.

The discussion of critical steps was moved to the Discussion section. The critical steps now look as follows:
Critical step: It is important to remove as much soft tissue as possible, taking special care in removing the tissue that connects the two cartilage poles, but avoiding damaging the cartilage, the perichondrium and the bones.
Critical step: Extra care should be taken when the bones are transferred to the wells, as they can easily stick to the pipette.

The discussion section was modified to include the discussion of the critical steps:
The most critical step of this method is the isolation of the bones, which have to remain intact and with as less soft tissue between the ends of the bone as possible. Leaving soft tissue between the ends of the bones will prevent normal growth of the bone and induce bending, as is exemplified in Figure 1E. Soft tissue at the ends of the bones can be left, as it will eventually disappear. Another step, which requires extra care is the transfer of the bones to the culturing plate, as they easily can stick to the plastic pipette. One possible solution is pipetting up and down dissection medium containing blood and tissue pieces, as it creates a coating that helps to preclude the bones from sticking to the pipette.

Which four bones? Please specify the size/capacity of the pipette.

We change the phrase to address these points:
Place the four bones (left and right tibiae and femurs) in the first well of the 24-well plate with a plastic 1-mL sterile pipette.

Purpose?

We changed the word type for purpose in the text. 

Please describe how. Aspiration?

We change the phrase to address this point:
When all the desired bones are transferred to the wells, take the plate to the hood and remove the dissection medium with a plastic 1-mL sterile pipette by aspiration and taking extra care for not aspiring the bones.

Can this step be moved to section 2, i.e., after step 2.15?

This step was moved to the Note after new step 2.16.

10 µM? Please specify its concentration.

The phrase was modified to clarify this point:
2.20. To assess proliferation, add 5-ethynyl-2’-deoxyuridine (EdU) or 5-bromo-2’-deoxyuridine (BrdU) to the medium at a final concentration of 10 µM 1−2 h before fixation (EdU stock was 20 mM).

Is this step going to be filmed? If so, more specific details are needed.

This step is not intended to be filmed. We changed the phrase to remove all doubts:
2.23. Process the bones for desired downstream applications. 

Can this step be moved to section 2, i.e., after step 2.17?

This step was moved to section 2, step 2.23. 

Please also define growth rate and how it is calculated

We included an explaining point:
3.4. To calculate the growth rate, defined as the average increase in length per day, the difference between the final length of the bone and the initial one is divided by the number of days in culture.
And also included a new comment in the discussion regarding the measurement of the growth rate:
Apart from measuring the length of the bone, the growth rate (average increase in length per day) can be estimated easily in these conditions. However, this approach for growth rate calculation is not valid over longer culturing periods, where other methods, like calcein labeling, should be used.

How to identify the mineralized region?

We included two new points to clarify this:
3.2. To ensure easy and reliable measurements, it is important that the pictures are taken with a good contrast, to distinguish the mineralized part.
3.3. The mineralized region is characterized by the darker color and is easily distinguished from the cartilage. The measurements are done starting from the first dark cells in one of the ends till the last ones on the other end.


Please move such details to the Protocol section

The paragraph was moved to the protocol part as step 2.17. 

Please specify the figure panels.

Figure panels were specified in the text

Please define P1 and P2. Please describe the top panel of panel D (P2).

The figure legend was changed to address this point: 
(A-D) Comparison between freshly extracted tibia (top) and tibia extracted at E14.5 (bottom) and cultured for 2 days (A), extracted at E15.5 and cultured for 2 days (B), extracted at E16.5 and cultured for 4 days (C) and freshly extracted at postnatal day 2 (P2) and extracted at postnatal day 1 (P1) and cultured for 1 day (D).

Please spell out RA

RA spell out was added:
Tibiae extracted at E15.5 and grown for 2 days with 0.1% DMSO (A) and retinoic acid (RA) (B).

Do the three dots of control represent three replicates? Please explain

Explanation was included in the figure legend:
Comparison of the length of paired bones cultured for 2 days with either DMSO (right tibia) or RA (left tibia); each dot represents one of the 3 biological replicates per condition.

Please define error bars in the figure legend

[bookmark: _GoBack]Error bars were defined in the figure legend:
(C) Graph showing the changes in the total length and only of the mineralized region over a period of 6 days. n=5 cultured tibiae; SD t=0 full length ± 0.0777, mineralized ± 0.0213; t=3d full length ± 0.1495, mineralized ± 0.056; t=6d full length ± 0.1193, mineralized ± 0.0521.

[bookmark: _Hlk529355629]If there are six or more authors, list the first author and then “et al.”

The format of citations was modified to fit this requirement.


We also included two new entries in the list of materials:

Dissection kit	                          Cumper Robbins	   PFS00034
Eppendorf 2-mL tubes	Eppendorf	                0030120094	
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