Dear Mr Werth

Re revised manuscript JoVE62502
Ordonez et al. Analysis of SAMHD1 restriction by flow cytometry in human myeloid U937 cells.

We thank the editorial and expert reviewers for their helpful comments and have addressed them as outlined below. We look forward to your consideration of our revised manuscript for publication in JoVE.


Yours sincerely

Paula Ordonez
Kate Bishop
Jonathan Stoye
Harriet Groom


Editorial changes:
All editorial changes have been made in the main text as well as further detail added to the Materials document as requested. Where specific commercial brands are named, this is where steps in the protocol are specific for brands or machine or software. Company names have been removed.

Reviewer 1:
1. We regret we do not currently have comparative SAMHD1 RTqPCR data in U937 cells versus primary cells, although this is an area of ongoing investigation.
2. Further details as to the mechanism of SAMHD1 activity has been added to the introduction.
3. U937 cells form a single cell suspension easily by pipetting only. This fact has been added to the protocol
4. Due to the hazards associated with handling PFA powder, we routinely use commercial preparations of 4 % paraformaldehyde and dilute. These details have been added to the Materials document. 
5. The working stock of 100 µM PMA be made by diluting in DMSO. This detail has been added to the protocol.

Reviewer 2:
Figure 2 (now Figure 3): Details of compensation and representative RFP/YFP plots have been added.
Figure 3 (now Figure 4): Representative RFP/YFP plots for ideal and suboptimal data underlying the graphical information below have been added.

Minor Concerns:
A better annotation of dot plot axes (YFP/RFP) and dot plot experimental conditions (+/-HIV, +/-SAMHD1) has been added.
A scheme of lentiviral (SCRPSY) and retroviral constructs (pLGatewaySAMHD1eYFP) has been added (new Figure 2).



