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Dear Author(s),
This document is for you to list any changes to the online text/PDF of your article.   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: Whole-Mount Immunofluorescence Staining, Confocal Imaging and 3D Reconstruction of the Sinoatrial and Atrioventricular Node in the Mouse
Date: 2020.12.06
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.
	2.12
	Step says “…loading on the plastic ring.”
	Please correct to “…loading on the Plexiglas ring

	2.
	4.1
	Step says “Prepare plastic rings…”
	Please correct to “Prepare Plexiglas rings…”

	3.
	4.2.2.5
	Step says “Transfer the heart into the plasticine groove within the plastic ring with…”
	Please correct to “Transfer the heart into the plasticine groove within the Plexiglas ring with…”

	4.
	4.3
	Step says “Apply silicone to the edges of the plastic rings to allow covering the hearts loaded within the plasticine-filled plastic rings with cover slips.”
	Please correct to “Apply silicone to the edges of the Plexiglas rings to allow covering the hearts loaded within the plasticine-filled Plexiglas rings with cover slips.”

	5.
	Figure 1
	Graph titles and introduction say “Instruments for dissection and plastic ring holder. A. Plastic ring filled…”
	Please correct to “Instruments for dissection and Plexiglas ring holder. A. Plexiglas ring filled…”

	6.
	Figure 4
	Graph introduction says “A….the plastic ring with …B. plastic ring with…”
	Please correct to “A….the Plexiglas ring with …B. Plexiglas ring with…”

	7.
	Discussion, paragraph 3, sentence 1 
	Paragraph says “We established a practical sample procession method for confocal microscopy by using a plastic ring mounted…”
	Please correct to “We established a practical sample procession method for confocal microscopy by using a Plexiglas ring mounted…”

	8.
	Discussion paragraph 4, sentence 1
	Paragraph says “We used the confocal laser-scanning microscope (LSM) with …superior quality.”
	Please correct to “We used the confocal laser-scanning microscope (LSM-Zeiss) with …high quality.”

	9.
	Discussion paragraph 4, sentence 3
	Paragraph says “On the other hand, the…”
	Please correct to “In additional, the…”

	10.
	Acknowledgments
	It says “the SFB 914 (project Z01 to H. Ishikawa-Ankerhold and S. Massberg)”
	Please correct to “the SFB 914 (project Z01 to H. Ishikawa-Ankerhold and S. Massberg and project A10 to C. Schulz),

	11.
	Two References needed to be added
	For “Discussion-Paragraph 3- first sentence “We established a ….with plasticine.””, two references needed to be added. 
	Please added those listed two reference for this sentence:
Muller-Taubenberger, A. Application of fluorescent protein tags as reporters in live-cell imaging studies. Methods Mol Biol. 346 229-246, (2006).

Müller-Taubenberger, A. & Ishikawa-Ankerhold, H. C. in Dictyostelium discoideum Protocols  10.1007/978-1-62703-302-2_5  eds Ludwig Eichinger & Francisco Rivero)  93-112 (Humana Press, 2013).

	12.
	Materials-Other 
	It says “Plastic ring”
	Please correct to “Plexiglas ring”

	13.
	1.5
	Step says “Prepare all of the solutions prepared at the day of use.”
	Please correct to “Prepare all of the solutions at the day of use.”

	14.
	2.1
	Step says “Anesthetize the mouse by placing it into an incubation chamberconnected with…”
	Please correct to “Anesthetize the mouse by placing it into an incubation chamber connected with…”

	15.
	2.6
	Step says “Puncture the heart with a 27 G needlein the area.…”
	Please correct to “Puncture the heart with a 27G needle in the area.…”

	16.
	2.11
	Step says “Immobilize the heart by putting little pinsthrough the…”
	Please correct to “Immobilize the heart by putting little pins through the…”

	17.
	3.3
	Step says “After 7 days, remove the solution containing primary antibodies using a pipetteand wash…”
	Please correct to “After 7 days, remove the solution containing primary antibodies using a pipette and wash…”

	18.
	3.4
	Step says “After washing, incubate the heart = with…”
	Please correct to “After washing, incubate the heart with…””

	19.
	4.2.2.1
	Step says “For AVN microdissection, place the heart = on a…”
	Please correct to “For AVN microdissection, place the heart on a…”

	19.
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