	[image: image2.png]1
és“A N&/\

i Karolinska

%%?%@ ; Institutet

Wno 18°




	Karolinska Institutet

Stockholm, June 30, 2020
To: JoVe


	[image: image1.png]1
és“A N&/\

i Karolinska

%%?%@ ; Institutet

Wno 18°





	
	

	
	
	

	
	
	

	
	
	

	
	
	

	
	
	



Dear Jaydev Upponi,
As per our correspondence and oral conversation in March 2020, we would like you to consider the following manuscript for submission to the Journal of Visualized Experiments entitled “Polarization of M1 and M2 human monocyte-derived cells and analysis with flow cytometry upon Mycobacterium tuberculosis infection” by Akhirunnesa Mily et al., which represents original, unpublished work that has not been submitted or accepted elsewhere. Based on the ICMJE recommendations, all authors have contributed to this work and approved the submitted version of this manuscript. No writing assistance has been provided in the preparation of this manuscript. 

Although the experimental protocol has been previously described by us in a scientific report recently published in Frontiers Immunology (PMID: 32038652), the current manuscript contains original data based on this protocol. We have focused the analysis to a 10-color flow cytometry of M. tuberculosis-infected M1- and M2-polarized macrophages and use novel applications in FlowJo to analyze our data. The basic experimental set up of this M1/M2 flow cytometry protocol can be used as a backbone that is compatible with most old as well as new flow cytometers and can be built upon and tailored according to individual needs including the challenges posed by work with virulent M. tuberculosis in a BSL-3 environment. We anticipate that this protocol can be valuable for studies on immunopathogenesis in human TB and may also be adopted for use in other areas of macrophage research.
Yours sincerely,
Assoc. Prof. Susanna Brighenti
Karolinska Institutet
Stockholm, Sweden 
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