1. Please take this opportunity to thoroughly proofread the manuscript to ensure that there are no spelling or grammar issues.
It has been checked.

2. Please replace “Reagent A” with “ncEpic-hiPSC/hESC culture medium”, “Reagent B” with “Growth factor reduced basement membrane matrix“ and “Reagent C” with “cell dissociation enzyme” in the manuscript text
They are all changed in the text and the materials table.

3. Line 99: Please mention what is transformed and sequenced.
Ligation mixture from step 1.1.6 is transformed, which is mentioned in step 1.1.7.3; “Sequence the positive colonies by the U6 primers, the colony with the designed sgRNA sequences are used in the next step” has been added to 1.1.7.14.

4. Line 121: Please mention the composition of LB plates. Is any antibiotic used?
The antibiotic is used in the LB plates and the LB medium, except the Luria-Bertani (LB) broth in 1.1.7.7. They have already been updated in 1.1.7.7, 1.1.7.9, 1.1.7.12

5. Line 127-128: Please specify if there is any specific temperature maintained.
RT has been added in step 1.1.7.10

6. Line 130: Please specify which bacterial solution is used. Is it the one prepared in the previous step?
“Use 1 µL of the bacteria solution (from step 1.1.7.12)” has been updated.

7. Line 183-184: Please mention if puromycin is added every day for one week or is it added and maintained for one week.
“In the selection week, medium should always with 2 μg/mL of puromycin.” has been added in 1.2.13

8. Line 189: Please mention how the clones are identified and picked.
It is added in step 1.2.14 “NOTE: The colony morphology is same with the previous hES colony. Cut the colonies into pieces (2-6 pieces per colony) with a 10 µL white pipet in the medium and transfer one colony into one precoated well of a 12 well plate.”

9. Line 191-192: Please specify the method of characterization.
It has been updated “NOTE: PCR and sanger sequencing are used for detecting RB1 mutations and the off-target situations. Pluripotency markers are identified by RT-PCR and Immunofluorescence.” In step 1.2.15.

10. Line 227: Please verify and correct the term used “10 µL white pipet “
It has been updated.

11. Line 283: Please specify the volume of DPBS and dispase solution used.
“1 mL DPBS and add 1 mLdispase solution” has been updated.

12. Line 291: Please complete the phrase “spontaneously detach after h”
“24 h” has been updated in 2.2.23

13. Line 362-363: Please rephrase the sentence to make it clearer.
“Differentiated and undifferentiated hESC (Figure 3A,3B) is easy to distinguish from the morphology, and the undifferentiated hESC is chosen for RB formation. On day 5, a hollow sphere should generate (Figure 3D), rather than the solid one (Figure 3C).” has been updated.

14. Figure 1: Please add a description of the figure.
“Day 0-day 15, it is 2D culture in medium I and after day 15, it is suspension culture. RB is formed at around day 45.”has added.

15. Figure 2/3: Please use upper case letters as labels in the figure (e.g., replace “a” with “A”, etc.)
It has been changed.

16. Please ensure that all the reviewer comments are addressed and included in the manuscript text in the appropriate sections.
It has been checked.
 

