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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: 60251
Date: 23.09.2019
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

	Example
	2:52
	Onscreen text says use 0.25 mM Fluo-4  
	Text should say use 0.50 mM Fluo-4

	1.
	4:58
	Onscreen figure displays incorrectly (panel legends are missing)
	Panel legend should be included for all three panels (from left to right: a, b and c); right panel might be better, if original figure is on black background (new version uploaded– as whole figure and individual panels)

	2.
	5:16
	Onscreen figure displays incorrectly (figure legend on right panel is missing)
	Panel legend should be included for right panel (b); right panel might be better, if original figure is on black background (new version uploaded – as whole figure and individual panel)

	3.
	5:36
	Onscreen figure displays incorrectly (bad image quality, panel and scale bar legend missing)
	Left panel: better image quality; panel legend and scale bar legend need to be displayed
Right panel: panel legend and scale bar legend need to be displayed; appearance might improve when original figure is on black background (new version is uploaded – as whole figure and individual panels)

	4.
	5:58
	Fast transition between upper and lower panels
	Slow down transition between upper panel (a,b) and lower panel (c,d)

	5.
	6:21
	Fast transition between statements (6:21 to 6:22)
	Slow down transition between the two statements – voice is there before image 


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)

	Example
	1:49
	Original Script Text: 

“Then, show the participant their electromyography, or EMG patterns, which correspond to eight specific and unique polar plots.”
	2.2
	Rewritten Script Text:

“Then, show the participant the unique and specific polar plots, which correspond to their electromyography, or EMG (pronounced E-M-G) patterns.”

	1.
	2:48
	Original Script Text:

“For microCT data, acquire the scan at a peak voltage of 50 kilovolts and a current of 3.5 Watts using 1601 projections equally distributed over 360 degrees [3].”
	3.3
	Rewritten Script Text:
“For the presented microCT data, acquire the scan at a peak voltage of 50 kilovolts and a current of 3.5 Watts using 1601 projections equally distributed over 360 degrees [3].” 

	2.
	4:37
	Original Script Text:

“For the nanoCT, acquire projections at a peak voltage of 60 kilovolts with 1599 projections equally distributed over 360 degrees and a voxel size of approximately 400 nm [2].”
	4.5
	Rewritten Script Text:

“For the presented nanoCT data, acquire projections at a peak voltage of 60 kilovolts with 1599 projections equally distributed over 360 degrees and a voxel size of approximately 400 nm [2].”


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)

	Example
	1.1
	Step says “Centrifuge lysate at 2,000 x g.”
	Please correct to “Centrifuge lysate at 4,000 x g.”

	1.
	Key Words
	non-destructive
	Please correct to “nondestructive”

	2.
	Abstract
	Text says “Thereby, softtissue morphology…”
	Please correct to “Thereby, soft‑tissue morphology…”

	3.
	Introduction – last paragraph
	Text says “…for further highresolution investigations.”
	Please correct to “…for further high‑resolution investigations.”

	4.
	1.1
	Step says “To fixate softtissue samples, fill a 50 mL centrifuge tube with a…”
	Please correct to “To fixate soft‑tissue samples, fill a 50‑mL centrifuge tube with a…”

	5.
	1.1.1
	Step says “Add the freshly removed softtissue sample to a 50 mL centrifuge tube and refrigerate the 50 mL centrifuge tube for 2472h.”
	Please correct to “Add the freshly removed soft‑tissue sample to a 50‑mL centrifuge tube and refrigerate the 50‑mL centrifuge tube for 24-72 h.”

	6.
	1.2
	Step says “To stain the fixated softtissue sample…”
	Please correct to “To stain the fixated soft‑tissue sample…

	7.
	1.3
	Step says “After staining, remove the soft tissue sample…”
	Please correct to “After staining, remove the soft‑tissue sample…”

	8.
	2.1.2 (NOTE)
	Step says “…prevent the softtissue sample from

shrinkage and other artifacts. The softtissue sample should not…”
	Please correct to “…prevent the soft‑tissue sample from

shrinkage and other artifacts. The soft‑tissue sample should not…”

	9.
	2.2 (NOTE)
	Step says “…The ROI for the highresolution CT scan was identified using the microCT data from the overview scan. MicroCT scanners often incorporate an integrated software tool, which allows for the precise selection of the determined ROI. For the highresolution CT data,...“
	Please correct to “…The ROI for the high‑resolution CT scan was identified using the microCT data from the overview scan. MicroCT scanners often incorporate an integrated software tool, which allows for the precise selection of the determined ROI. For the high‑resolution CT data,...“

	10.
	2.3
	Step says “…Reconstruct the Xray CT data with…”
	Please correct to “…Reconstruct the X‑ray CT data with…

	11.
	3 (NOTE)
	Step says “…The lensfree instrument is equipped with a nanofocus X-ray source and a singlephoton counting detector.“
	Please correct to “…The lens free instrument is equipped with a nanofocus X-ray source and a single‑photon counting detector.“

	12.
	3.1.4.1
	Step says “…Transfer the small tissue pieces into a silicon basket and place the basket in the

vacuum chamber of the CPD. Close the system.“
	Please correct to “…Transfer the small tissue pieces into a micro‑porous capsule and place it in the

vacuum chamber of the CPD. Close the system.“

	13.
	3.4
	Step says “…The drying technique was first introduced by Anderson to preserve the 3D structure of biological specimens for electron microscopy33. An overview of the technique is provided by Bray34.”
	Please correct to “…The drying technique was first introduced by Anderson to preserve the 3D structure of biological specimens for electron microscopy28. An overview of the technique is provided by Bray29.”

	14.
	3.4.1
	Step says “…using a Richardson-Lucy deconvolution algorithm35,36.”
	Please correct to “…using a Richardson-Lucy deconvolution algorithm30,31.”

	15.
	3.4.2
	Step says “…Apply Paganin’s phaseretrieval algorithm to the sharpened images to increase the softtissue contrast. Set the parameters of the algorithm to optimize the image quality37. Reconstruct the preprocessed projections.“
	Please correct to “…Apply Paganin’s phase‑retrieval algorithm to the sharpened images to increase the soft‑tissue contrast. Set the parameters of the algorithm to optimize the image quality32. Reconstruct the preprocessed projections.“

	16.
	Representative Results
	Text says “Figure 1 shows CT slices and volume rendering of lowresolution microCT data highlighting contrast enhancement after staining. Figure 2 shows

CT slices and volume rendering of highresolution microCT data…”
	Please correct to “Figure 1 shows CT slices and volume rendering of low‑resolution microCT data highlighting contrast enhancement after staining. Figure 2 shows

CT slices and volume rendering of high‑resolution microCT data…”

	17.
	Figure 2 - Caption
	Caption says “CT slice and volume rendering of high-resolution microCT data derived from the same mouse kidney after application of

the developed eosinbased staining protocol.”
	Please correct to “CT slice and volume rendering of high-resolution microCT data derived from the same mouse kidney after application of

the developed eosin‑based staining protocol.”

	18.
	Figure 2 - Caption
	Caption says “…The medulla region and a virtual section through

a vessel derived from a local tomography of the whole kidney.”
	Please correct to “…The medulla region and a virtual section through

a vessel derived from a local tomography of the whole kidney is shown.”

	19.
	Discussion

1st paragraph
	Text says “…The staining agent is applied as a 0.1% (w/v) aqueous

solution to microscopic slices of soft tissue (generally cut with a thickness of 210 µm)38.”
	Please correct to “…The staining agent is applied as a 0.1% (w/v) aqueous solution to microscopic slices of soft tissue (generally cut with a thickness of 2‑10 µm)33.”

	20.
	Discussion

1st paragraph
	Text says “…On the one hand, this can be attributed to the low intrinsic attenuation properties of soft tissue for typically used X-ray energies of laboratorybased microCT…”
	Please correct to “…On the one hand, this can

be attributed to the low intrinsic attenuation properties of soft tissue for typically used X-ray energies of laboratory‑based microCT…”

	21.
	Discussion

1st paragraph
	Text says “…Usually, soft tissue is composed of mainly carbon, hydrogen, oxygen and nitrogen39,…”
	Please correct to “…Usually, soft tissue is composed of mainly carbon, hydrogen, oxygen and nitrogen34,…”

	22.
	Discussion

1st paragraph
	Text says “…Even though one eosin molecule holds four bromide

atoms (high atomic number element bromine with Z = 3539), the sensitivity levels required for Xray CT imaging were not met.”
	Please correct to “…Even though one eosin molecule holds four bromide

atoms (high atomic number element bromine with Z = 3534), the sensitivity levels required for X‑ray CT imaging were not met.”

	23.
	Discussion

3rd paragraph
	Text says “…This was also shown by Hong et al.40.”
	“…This was also shown by Hong et al.35.”

	24.
	Discussion
4th paragraph
	Text says “…Nevertheless, the eosin-based staining protocol is suitable for wholeorgan staining, which then enables highresolution microCT…”
	Please correct to “…Nevertheless, the eosin-based staining protocol is suitable for whole‑organ staining, which then enables high‑resolution microCT…”

	25.
	Discussion
5th paragraph
	Text says “…The application of the eosinbased staining…”
	Please correct to “…The application of the eosin‑based staining…”

	26.
	Discussion

5th paragraph
	Text says “…Here, the cell nuclei are clearly revealed as non-attenuation area as eosin specifically stains proteins and peptides in the cell

cytoplasm38.“
	Please correct to “…Here, the cell nuclei are clearly revealed as non-attenuation area as eosin specifically stains proteins and peptides in the cell

Cytoplasm33.“

	27.
	Discussion

6th paragraph
	Text says “…Other standard histological counter stainings such as periodic acid Schiff’s base, Elastica van Gieson or Gomorri silver…”
	Please correct to “…Other standard histological counter stainings such as periodic acid Schiff’s base, Elastica van Gieson or Gomori silver…”

	28.
	Discussion

7th paragraph
	Text says “…These requirements are important to allow high‑resolution

X-ray CT visualization of soft tissue down to cellular level. In combination with the recently developed nanoCT devices12,28,32,41,42,43,44,…”
	Please correct to “…These requirements are important to allow high‑resolution

X-ray CT visualization of soft tissue down to cellular level. In combination with the recently developed nanoCT devices12,36,37,…”

	29.
	References 28-32
	Text says “28. Germany, Z. ZEISS product information: ZEISS Xradia 510 Versa. <https://www.zeiss.com/microscopy/int/products/x-ray-microscopy/zeissxradia-

510-versa.html> April 10, (2019).

29. Nachtrab, F. et al. Development of a Timepix based detector for the NanoXCT project. Journal of Instrumentation. 10 (11), C11009 (2015).

30. Kraft, P. et al. Performance of single-photon-counting PILATUS detector modules. Journal of Synchrotron Radiation. 16 (3), 368-375 (2009).

31. Kraft, P. et al. Characterization and calibration of PILATUS detectors. IEEE Transactions on Nuclear Science. 56 (3), 758-764 (2009).

32. Germany, Z. ZEISS product information: ZEISS Xradia 810 Ultra. <https://www.zeiss.com/microscopy/int/products/x-ray-microscopy/

xradia-810-ultra.html> April 9 (2019).“
	Please delete these references from the list. They contain product information.

	30.
	Reference 33
	Text says “33. Anderson, T. F. …”
	Please correct to “28. Anderson, T. F. …”

	31.
	Reference 34
	Text says “34. Bray, D. …”
	Please correct to “29. Bray, D. …”

	32.
	Reference 35
	Text says “35. Lucy, L. B. …
	Please correct to “30. Lucy, L. B. …

	33.
	Reference 36
	Text says “36. Richardson, W. H….”
	Please correct to “31. Richardson, W. H….”

	34.
	Reference 37
	Text says “37. Paganin, F., …”
	Please correct to “32. Paganin, F., …”

	35.
	Reference 38
	Text says “38. Riedelsheimer, B., …”
	Please correct to “33. Riedelsheimer, B., …”

	36.
	Reference 39
	Text says “39. Hubbell, J. H., …”
	Please correct to “34. Hubbell, J. H., …”

	37.
	Reference 40
	Text says “40. Hong, H. Y., Yoo,..”
	Please correct to “35. Hong, H. Y., Yoo,..”

	38.
	References 41-42
	Text says “41. Bruker. Bruker product information: SkyScan 2211. <http://bruker-microct.com/products/2211.htm> April 10, (2019). 42. Company, G. E. GE product information: Phoenix nanotom m. <https://www.gemeasurement.com/sites/gemc.dev/files/geit-1344en_nanotom_m_0517.pdf> April 10, (2019).“
	Please delete these references from the list. They contain product information.

	39.
	Reference 43
	Text says “43. Dierick, M. et al. Recent…”
	Please correct to “36. Dierick, M. et al. Recent…”

	40.
	Reference 44
	Text says “44. Kastner, J., Plank, B.,”
	Please correct to “37. Kastner, J., Plank, B.,…”
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