Reviewer #4:
Manuscript Summary:
In this manuscript, the authors provide protocols for the iPSC differentiation into microglia-like cells, cortical neurons as well as the procedures of co-culture of the two cell types. Especially the new iPSC to microglia differentiation technique is highly interesting for microglia research. Although a ladder of different microglia differentiation protocols has emerged in the past 5 years it is clear that several improvements may improve the yield, robustness and functionality of the cells. The benefit of the presented protocol is the simplification of the Douvaras protocol what might be interesting for scientists to save resources. In addition, a robust protocol for microglia-like cell & iPSC-derived neuron co-culture will help scientists to unravel mechanisms of cellular interactions between both cell types.
However some points should be addressed:

Minor Concerns:
1. Protocol:
3.3 & 3.4.: The enzymatic dissociation reagent should be specified.
3.4.: Do you use the 15ml falcon with 5ml medium addressed in 3.3 in this step?
3.5.-3.10.: Reference 3.2 is not about passaging.
3.10.: The ingredients of the neuronal medium (NM) should be named.
 We have made changes in the manuscript to address all these comments.

2. Figures
Figure 1 is missing in the most recent submission file and should be included again.
For better reproducibility, it would be extremely useful to see additional light microscopy images depicting all critical (morphological) transformation steps from iPSC to the mature microglia-like cells in Fig. 1A-C (i.e. d0, d4, d6, d14, d0 adherent, d14 adherent, d60). Analogous this would be useful for neuronal differentiation (Fig. 1G-H).
Fig. 2A is the only picture showing the co-culture of the iPSC-derived neurons and microglia. Unfortunately, the staining quality is very low and provides poor insight into the morphology and interactions of both cell types. This should be revised or other proof of concepts of the functionality of the co-culture of microglia-like cells and iPSC-derived neurons should be included into the manuscript.
The unit of length in Fig. 2D should be changed from "um" to "µm".
 In figure 1, we have added light microscopy images of the neural progenitor cells and the differentiated neurons. We had taken light microscopy images of the microglia-like cells at only specific stages and unfortunately do not have the serial images from different days.  
 In figure 2, we have included two sets of images that give a clearer representation of the co-culture of microglia-like cells and the iPSC derived neurons. We have included images with both the neuronal and microglial stainings present, along with side-by-side images showing just the neuronal or the microglial stainings.

Reviewer #5:
Manuscript Summary:
This manuscript describes a protocol for co-culturing human iPSC-derived microglia and cortical neurons, which will provide a useful experimental system to understand the effects of microglia on cortical neurons.

Major Concerns:
None.

Minor Concerns:
With regards to, instead of with regard to has been frequently used, which needs to be corrected.
 We have not used “with regards to” in the current version. 

Reviewer #6:
Manuscript Summary:
This is a very well presented study, which describes an important protocol for the generation of iPSC-derived microglia and a neuron-microglia co-culture system. I am satisfied with the interpretation of the protocol and the representative results. However, there are a few minor points related to immunohistochemistry and figure preparation, which should be addressed before publication.

Minor Concerns:
1. What was the dilution of the primary antibodies used during immunohistochemistry? Please add to Table of Materials. 
 We have added this information in the Table of Materials.
2. Please add information about the secondary antibodies (manufacturer, catalog number, dilution) to Table of Materials.
 We have added this information in the Table of Materials.
3. Please do not indicate scale bars in every pictures if the magnification is the same (Fig. 1B, H, Fig. 2D).
 We have corrected this.
4. What was the reason of using different magnification in Fig. 1D?
 These images were taken in a different microscope.
5. The scale bar is rarely visible in Fig. D. at IBA1/DAPI staining.
 We have adjusted the image so that the scale bar is clear.
6. Size and style of sclale bars are very different. Please standardize it!
 We have standardized the size and style of the scale bars.



