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Dear Author(s),

This document is divided into a number of sections in which you can add your comments to the video, voiceover, and online text/PDF.   Please be aware that our policy is to do a single complimentary revision, so it is critical that all participants in this project offer their comments collectively.   In addition, please make sure that your comments are easily interpreted and transparent. 

Have fun!

Protocol Name:

Date:

Authors and Affiliations

Please fill in any missing author information not included in the video.
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Video Comments

Please fill in any comments you wish to make using the table below using the example as a guide.  If you need more space to write, please do so below the table.  DO NOT ADD CORRECTIONS TO THE NARRATION HERE.  PLEASE DO THIS IN THE AUDIO COMMENTS SECTION.

	
	Time code
	Comment
	Requested Change
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Audio Comments

This section is used to specify the changes that need to be made to the narration.   Please follow the example below as a guide to list your changes. If there is a pronunciation change, please provide a phonetic pronunciation key.  

	
	Time code
	Comment
	Step(s) in Shotlist 
	Rewritten Text or Corrected Pronunciation (highlight in bold)

	1.
	6:55
	To identify the germinal centers in harvested spleen tissue samples, place the vacuum imaging chamber onto the stage of a two-photon fluorescent microscope stage
	6.1
	To identify the germinal centers in harvested spleen tissue samples, place the imaging chamber onto the stage of a two-photon fluorescent microscope

	2.
	8:01
	… using a stepsize of about 3 nanometers…
	6.6
	… using a stepsize of about 3 micrometers…

	3.
	8:43
	Serotyping of the mixed bone marrow chimeras reveals normalized B cell numbers at 6 weeks post reconstruction
	7.1
	Serotyping of the mixed bone marrow chimeras reveals normalized B cell numbers at 6 weeks post reconstitution
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Online Text/PDF Protocol

Please use this table to address changes that need to be made to the online text/PDF document. Both the online text and PDF are generated from the HTML template of your article. Since the PDF is generated from the HTML by our conversion software, it may contain formatting errors. For major structural changes or more than 10 spelling or grammatical mistakes, we will require re-upload of the entire document.     

	
	Protocol Step
	Comment
	Requested Change (highlight in bold)

	1.
	2.2.1
	Step says “Anesthetize the 564Igi bone marrow donors by continuous flow of 4% isoflurane in air, and euthanize by cervical dislocation. Spray down the donors with ethanol and place them on sterile surgical pads in the flow hood. Proceed to work maintaining sterile, using sterile buffers and equipment.”
	Please correct to “Anesthetize the 564Igi bone marrow donors by continuous flow of 4% isoflurane in air, and euthanize by cervical dislocation. Spray down the donors with ethanol and place them on sterile surgical pads in the flow hood. Proceed to work maintaining sterile conditions, using sterile buffers and equipment.”

	2.
	3.2.5
	Step says “Following centrifugation, for each sample, enter the upper (serum) layer with a 200 µL micropipette and aspirate the mononuclear cell (MNC) layer just above the interface. Transfer the cells to the correspondingly labeled tube containing 1 mL of BM buffer. Close the lid and invert to mix. Discard the lymphocyte separation medium-containing tube.
	Please correct to “Following centrifugation, for each sample, enter the upper (plasma) layer with a 200 µL micropipette and aspirate the mononuclear cell (MNC) layer just above the interface. Transfer the cells to the correspondingly labeled tube containing 1 mL of BM buffer. Close the lid and invert to mix. Discard the lymphocyte separation medium-containing tube.”

	3.
	4.1.3
	Step says “Inject the 10 µL of labeling mix in either the footpad (enter with the needle at a 5-10° angle in the central part of the footpad, proximal from the beginning of the toes, and insert the needle approximately halfway toward the heel) or the hock (enter with the needle at a 5-10 degree angle just above the heel and insert about halfway of its length along the axis of the Achilles tendon in the direction towards the knee). Return the mice to their cages and wait approximately 15 minutes before proceeding with step 5.”
	Please correct to “Inject the 10 µL of labeling mix in either the footpad (enter with the needle at a 5-10° angle in the central part of the footpad, proximal from the beginning of the toes, and insert the needle approximately halfway toward the heel) or the hock (enter with the needle at a 5-10° angle just above the heel and insert about halfway of its length along the axis of the Achilles tendon in the direction towards the knee). Return the mice to their cages and wait approximately 15 minutes before proceeding with step 5.”

	4.
	5.2.2
	Step says “To access the popliteal lymph nodes, use straight fine scissors to make an incision in the skin just below the knee pit, and extend the cut upwards along the hamstring-line almost until the hip joint. Using Dumont #5 or #7 forceps, pull each of the exposed flaps of skin outwards, to expose the tissue in the popliteal fossa (Figure 2A).”
	Please correct to “To access the popliteal lymph node, use straight fine scissors to make an incision in the skin just below the knee pit, and extend the cut upwards along the hamstring-line almost until the hip joint. Using Dumont #5 or #7 forceps, pull each of the exposed flaps of skin outwards, to expose the tissue in the popliteal fossa (Figure 2A).”

	5.
	6.1.4
	Step says “Based on hallmarks identified in step 6.1.3., draw a region of interest identifying a single germinal center area. Set up a Z-stack of around 100-150 µm depth, starting from the surface of the tissue, and using a step size of ~3 nm.”
	Please correct to “Based on hallmarks identified in step 6.1.3., draw a region of interest identifying a single germinal center area. Set up a Z-stack of around 100-150 µm depth, starting from the surface of the tissue, and using a step size of ~3 µm.”

	6.
	7.1.3
	Step says “Using a pestle homogenizer, squeeze the tissue and twist the pestle in the tube to release the lymphocytes. Using a micropipette, aspirate the lysate and filter through a 70 µm cell strainer into a fresh, pre-cooled 1.5 mL microcentrifuge tube. For lymph node samples, skip to step 7.1.6.”
	Please correct to “Using a pestle homogenizer, squeeze the tissue and twist the pestle in the tube to release the lymphocytes. Using a micropipette, aspirate the lysate and filter through a 70 µm cell strainer into a fresh, pre-cooled 1.5 mL microcentrifuge tube. For lymph node samples, skip to step 7.1.5.”

	7.
	7.1.4
	Step says “For spleen samples, centrifuge at 200 x g for 5 min at 4 °C in a swinging bucket rotor. Discard the supernatant and resuspend the pellet in 200 µL of RBC lysis buffer. Incubate for 5 min at room temperature, then add 800 µL of ice-cold BM buffer and proceed to step 7.1.6.”
	Please correct to “For spleen samples, centrifuge at 200 x g for 5 min at 4 °C in a swinging bucket rotor. Discard the supernatant and resuspend the pellet in 200 µL of RBC lysis buffer. Incubate for 5 min at room temperature, then add 800 µL of ice-cold BM buffer and proceed to step 7.1.5.”

	8.
	7.1.5
	Step says “Centrifuge at 200 x g for 5 min at 4 °C in a swinging bucket rotor. Discard the supernatant and resuspend in 100 µL of ice-cold BM buffer. The samples are now ready for staining for flow cytometric evaluation and sorting, if desired.”
	Please correct to “Centrifuge at 200 x g for 5 min at 4 °C in a swinging bucket rotor. Discard the supernatant and resuspend in 200 µL of ice-cold BM buffer. The samples are now ready for staining for flow cytometric evaluation and sorting, if desired.”

	9.
	7.2.3
	Step says “To each well, add 100 µL of buffer (unstained and PA-GFP compensation controls), single antibody (single-stained compensation controls) and antibody mix. Incubate on ice for 20 minutes.”
	Please correct to “To each well, add 100 µL of buffer (unstained and PA-GFP compensation controls), single antibody (single-stained compensation controls) or antibody mix (photoactivated samples). Incubate on ice for 20 minutes.”

	10.
	Representative results - Harvest of tissues, processing and flow cytometric evaluation
	Text says “Highly autofluorescent, activated tingible-body macrophages are associated with germinal center activity (arrowhead).”
	Please correct to “Highly autofluorescent, activated tingible-body macrophages are associated with germinal center activity (arrowheads).”
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