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Rebuttal letter
We thank the editors and reviewers for providing helpful feedback to our manuscript. Please find our responses below each comment written in red.

Editorial comments:

• Please take this opportunity to thoroughly proofread the manuscript to ensure that there are no spelling or grammatical errors.
Done.

1) Please avoid the use of personal pronouns "you", "your" throughout.
All eliminated and replaced, respectively.

• Please edit the title for conciseness by eliminating the words such as " A Practical Update on the…"
Done. We shortened the title to “Application of Membrane and Cell Wall Selective Fluorescent Dyes for Live-Cell Imaging of Filamentous Fungi” to make it shorter and removed the word “Quantification” to address Reviewer#3’s first comment.

• Protocol Detail: Please note that your protocol will be used to generate the script for the video, and must contain everything that you would like shown in the video. Please add more specific details (e.g. button clicks for software actions, numerical values for settings, etc) to your protocol steps. There should be enough detail in each step to supplement the actions seen in the video so that viewers can easily replicate the protocol.
To address this point we added more detail to:
section 1.1.2:”On a standard size Petri dish (9.2 cm Ø), this takes the T. atroviride wild type on average 4-6 days, whereas the N. crassa wild type reaches this stage after 3-4 days on average.”
new section 4.1:” Adjusting the basic image acquisition settings. 
The following image acquisition settings allow to capture staining dynamics in individual hyphae and are applicable to both of the following assays: 
· apply 5-10 % laser power of 20 % of the full output power of the device
· use a Plan Apo 60x-63x glycerol or water immersion objective with a high numerical aperture ≥ 1.2
· restrict image acquisition area to the outline of the hyphae by setting an image size of 1024 x 256 pixels and by using an optical zoom factor of 2-3
· use bidirectional scanning with 400 Hz
· adjust the pinhole size to one Airy unit
· set the gain of the most sensitive detector to 100% 
· for time laps recording, start image acquisition with one frame every 15 sec to allow reasonable temporal resolution without producing dye bleaching or photo stress
· for 3D recording, set the upper and lower spatial limit to the boundary of the hyphae and space optical sections 1 µm apart to allow reasonable spatial resolution

NOTE: Due to the fast growth of hyphae, high spatial resolution in the Z axis has often been sacrificed for high temporal resolution in the X/Y axis or the other way around. Only very modern confocal laser scanning microscopes are fast enough to satisfy both demands.”
modified section 4.2.2:” Start image recording using the above recommended basic image acquisition settings and evaluate the results.”
modified section 4.2.3:”Optimise image acquisition settings to the spatial and temporal resolution required to capture the aspect of plasma membrane or endocytosis dynamics the experiment is  focussed on. For instance, in order to capture very fast dynamics in X/Y, decrease the overall image size, image only one focal plane and increase the scanning rate to 1 fps. For higher resolution in the Z axis, decrease resolution in X/Y, decrease image size and decrease the distance between optical sections to 0.5 µm.”
modified section 4.3.2:” Start image recording using the above recommended basic image acquisition settings and evaluate the results.”
modified section 4.3.3:” Optimise image acquisition settings to the spatial and temporal resolution required to capture the aspect of cell wall morphogenesis the experiment is focussed on, as outlined in section 4.2.3.”
1) 1.2.2: Define PDA.
Potato dextrose agar (PDA) is defined at first appearance in section 1.1.1.

2) 1.3.6: Mention incubation conditions and durations (as examples for a particular stage).
Done. We added the following to section 1.1.2:”On a standard size Petri dish (9.2 cm Ø), this takes the T. atroviride wild type on average 4-6 days, whereas the N. crassa wild type reaches this stage after 3-4 days on average.”, the following to section 1.2.2:”For instance, the T. atroviride wild type requires 20-22 hours at 25 °C in the dark to develop colonies of about 2 cm diameter on PDA, whereas the N. crassa wild type reaches colony diameters of about 4 cm after 14-16 hours of incubation at 30 °C in the dark on VMM.”, the following to section 1.3.6:” For instance, the T. atroviride wild type requires 5-6 hours at 25 °C in the dark to develop conidial germlings on PDA, whereas the N. crassa wild type develops conidial germlings after 3-4 hours of incubation at 30 °C in the dark on VMM.”, and the following to section 1.4.3:” For instance, the T. atroviride wild type requires 5-6 hours at 25 °C in the dark to develop conidial germlings in potato dextrose broth (PDB), whereas the N. crassa wild type develops conidial germlings after 3-4 hours of incubation at 30 °C in the dark in liquid VMM.”

• Protocol Numbering: Please add a one-line space after each protocol step.
Done.

• Protocol Highlight: After you have made all of the recommended changes to your protocol (listed above), please re-evaluate the length of your protocol section. There is a 10-page limit for the protocol text, and a 3- page limit for filmable content. If your protocol is longer than 3 pages, please highlight ~2.5 pages or less of text (which includes headings and spaces) in yellow, to identify which steps should be visualized to tell the most cohesive story of your protocol steps.
In order to balance your request for the addition of more specific details and the increased spacing of the text with what can be conveyed by video, we excluded most preparatory steps and restricted the highlighted selection to only one culture preparation method and one staining example of each featured techniques. The highlighted selection now fits comfortably on two pages.

1) The highlighting must include all relevant details that are required to perform the step. For example, if step 2.5 is highlighted for filming and the details of how to perform the step are given in steps 2.5.1 and 2.5.2, then the sub-steps where the details are provided must be included in the highlighting.
Done.

2) The highlighted steps should form a cohesive narrative, that is, there must be a logical flow from one highlighted step to the next.
Done.

3) Please highlight complete sentences (not parts of sentences). Include sub-headings and spaces when calculating the final highlighted length.
Done.

4) Notes cannot be filmed and should be excluded from highlighting.
Done.

• Discussion: JoVE articles are focused on the methods and the protocol, thus the discussion should be similarly focused. Please ensure that the discussion covers the following in detail and in paragraph form (3-6 paragraphs): 1) modifications and troubleshooting, 2) limitations of the technique, 3) significance with respect to existing methods, 4) future applications and 5) critical steps within the protocol.
To make these points clearer, we restructured the discussion, provided subheadings to the separate paragraphs and extended the “Future applications” section with three novel references.

• Figures:
1) Fig 1,4: Can the lines " Spectra were drawn using the Spectrum Viewer from AAT Bioquest, Inc. (https://www.aatbio.com/spectrum)" and "http://www.chemspider.com/StructureSearch.aspx" be removed?
Done.
2) Fig 9B: please add a scale bar.
Done.

• Commercial Language: JoVE is unable to publish manuscripts containing commercial sounding language, including trademark or registered trademark symbols (TM/R) and the mention of company brand names before an instrument or reagent. Examples of commercial sounding language in your manuscript are Phytagel, Miracloth, Thoma
Done.
replaced “Miracloth” with “sterile filter fabric”
replaced “Phytagel” with “transparent solidifying agent”
removed “Thoma”

1) Please use MS Word’s find function (Ctrl+F), to locate and replace all commercial sounding language in your manuscript with generic names that are not company-specific. All commercial products should be sufficiently referenced in the table of materials/reagents. You may use the generic term followed by “(see table of materials)” to draw the readers’ attention to specific commercial names.
Done.
removed all company names of used objectives and microscopes and replaced it with “inverted confocal laser scanning microscope (see table of materials)”; then added a reference to the example data in the table of materials so readers can see which microscope has been used to record which data set.

2) Please move all company names and catalog numbers from table 1 into the table of materials
Removed the “Product” row in Table 1; the specific product information is already included in Table 2.

• Table of Materials:Please revise the table of the essential supplies, reagents, and equipment. The table should include the name, company, and catalog number of all relevant materials/software in separate columns in an xls/xlsx file. Please include items such as dyes.
We used the provided JoVE template and the requested information is already included. One exception are the microscopes as these are always modular systems comprising well over 50 custom-configured components, hence, it is not possible to provide a single catalogue number. 

• Please define all abbreviations at first use. Done.

• If your figures and tables are original and not published previously or you have already obtained figure permissions, please ignore this comment. If you are re-using figures from a previous publication, you must obtain explicit permission to re-use the figure from the previous publisher (this can be in the form of a letter from an editor or a link to the editorial policies that allows you to re-publish the figure). Please upload the text of the re-print permission (may be copied and pasted from an email/website) as a Word document to the Editorial Manager site in the "Supplemental files (as requested by JoVE)" section. Please also cite the figure appropriately in the figure legend, i.e. "This figure has been modified from [citation]."
Figures 1 to 4 and 9 are original and not previously published. For Figures 5 to 8, we obtained reprint permission according to the Creative Commons License; as mentioned in the respective figure legends.

Reviewer #1 comments:

The MS might indeed represent a useful addition to the literature provided that the authors submit a substantially revised text addressing my comments below. The highlighted methodology is described in sufficient detail.

Title: A Practical Update on the Application of Membrane and Cell Wall Selective Fluorescent Dyes for Quantitative Live-Cell Imaging of Filamentous Fungi: It does not reflect the scope of the MS. The method described in detail just for the examples discussed: namely Trichoderma and Neurospora, not to the much wider (pseudo) phylogenic category that we understand as 'filamentous fungi'. There is filamentous fungal life beyond Neurospora! (and beyond ascomycetes as well). Moreover, imaging uses the inverted agar block method and perhaps the fact that many researchers prefer submerged cultures using microscopy wells deserves a comment. As for the use of the term 'quantitative' is a bit too far-stretched for the simple quantitative data shown.
We addressed the reviewer’s concern by changing the title to:”Application of Membrane and Cell Wall Selective Fluorescent Dyes for Live-Cell Imaging of Filamentous Fungi”, and added the following sentence to the abstract to indicate the wide applicability of the described methods:”The presented methods are applicable to all filamentous fungal samples that can be prepared in the described ways, and the fundamental staining approaches can serve as starting points for adaptations to species that might require different cultivation conditions.”
The straightforward reason why we focussed on N. crassa and T. atroviride is that these are the two species we have most experience with and that were used to establish the presented procedures. By no means should this exclude other important species, but we see no practical reason why present something that we have no experience with.
Submerged cultures are covered in the manuscript:  section 1.4 describes the cultivation of liquid germling cultures, which are prepared for the staining procedures as described in section 3.2, and finally Example data 5 (Figure 9) shows the corresponding results.
“Quantitative” is quantitative, even if it is simple; with which we agree. The presented quantification examples are simple on purpose because more detailed analyses are far beyond the scope of this article that is focussed on the practical work of fluorescent staining and live-cell imaging. To provide additional background information we introduced the following section to the manuscript:”QUANTITATIVE IMAGE ANALYSIS. In addition to “just” visualizing cellular processes, live-cell imaging allows to extract quantitative information from the recorded data. Generally, quantitative image analysis is a complex topic whose proper discussion is far beyond the scope of this article, hence, the reader is referred to dedicated textbooks and references 39–41. Nevertheless, some basic guidelines associated to the following example data are provided. Several crucial prerequisites must be met to allow image quantification, including: (1) defined molarities of fluorescent dyes must be applied to all samples to allow accurate relative comparison;  (2) image acquisition settings must be adjusted in a way that the emission light detectors are never saturated, otherwise maximum intensities are cut off; (3) image acquisition settings must remain fixed during the course of a coherent experimental set, otherwise artificial intensity changes are introduced; (4) image data must be saved in an information-lossless file format along with the meta information containing all instrument settings; and (5) image analysis should be limited to the minimal number of post processing steps required to extract the desired quantitative information.
Usually, defined standards that would allow absolute quantification of recorded signals are not available in the living cell. Thus, in its simplest form, quantitative image analysis relies on the relative comparison of pixel intensities within the same image or between different images recorded with identical settings. The manufacturer’s microscope control software normally includes basic tools for image post-processing and quantitative analysis, or can be upgraded with additional functions for image segmentation, thresholding, ratio imaging, etc.. Several open source image processing platforms, differently suitable for various types of imaging data, are available, including ImageJ (https://imagej.net; https://imagej.nih.gov/ij/), icy (http://icy.bioimageanalysis.org/), CMEIAS Bioimage Informatics (http://cme.msu.edu/cmeias/) and Wimasis (https://www.wimasis.com/en/).  
The presented example data was processed and analyzed  using the ImageJ platform. Briefly, specific regions in the cell, such as the hyphal tip apex or septa, are marked with sizable area selection tools, and the intensity of all contained pixels is readout with the software implemented “measuring tool”. The intensity data from controls and experimental samples is transferred into a spreadsheet file, mathematically analyzed and prepared as graph. Further details may be found in the cited original publications.”

A major problem is that the authors introduce in the Figs genes such as sfp2 or bud6 without providing any background explanation of the roles of these genes and the reasons why the corresponding mutants are being used in examples.
We so far refrained from providing detailed information on these proteins for three reasons: (1) the precise function of the proteins is not of primary importance; they were simply selected as examples of proteins that shuttle through the endocytic pathway to match with FM staining. (2) The example data is published, hence, detailed information on these proteins can be found in the cited original papers. (3) We wanted to match the concise article format. We thus believe that the basic information provided on each protein in the example data descriptions and figure legends is sufficient to understand their basic function in the context of the Figures. 

Videos: I couldn't open them using Windows or MacOS operating systems, Quicktime or AVI movie reproducers or even ImageJ 32 or 64 bits. Very disappointing. Please use a universal video codec!
We are very sorry to hear about that. We provided the movies in the first listed, preferred format (.mov) as stated in the “JoVE_Instructions_for_Authors.docx” file. On our PCs all movies play well, hence, we suspect a video codec mismatch to the reviewer’s PC. We are happy to provide alternative formats if advised by the handling editor.

Fig 3: label the three hyphae with a) b) c) in display item and legend. Explain the reasons why the right ones are 'stressed' but the left one is not despite the fact that they are in the same field. It is important to know if the population is heterogeneous upon CFW exposure.
a-c labelling is present in both the figure and the figure legend. The explanation for this phenomenon is provided in the text section on “Cell wall selective dyes”, where it now (after providing additional information upon request by another reviewer) states:”Because CFW intercalates irreversibly into the nascent chitin chain it disturbs normal chitin microfibril assembly during cell wall biogenesis thereby generating cell wall stress 23. This in turn triggers a cell wall damage repair mechanism leading to locally heightened cell wall deposition as the result of glucan and chitin synthase activation 24,25. This phenomenon can occur with any dye that operates by stably binding to cell wall polymers, is concentration-dependent and is most noticeable at hyphal tips which represent the most prolific growing and thus most sensitive parts of the mycelium (Figure 3).” 
As the reviewer rightly points out, functional heterogeneity is the normal state of hyphal populations. The image exemplifies this and shows that one consequence of this functional heterogeneity can be different cell wall dye staining rates and patterns, respectively, resulting, for example, from different polarised tip growth speeds. In this example, we use much higher dye concentrations than we would recommend (for this very reason) to trigger this effect in order to alert the reader to this artefact phenotype. 

Fig 5. Already mentioned; why are you showing sfp2 mutants?
Please see our explanation above.

Fig 6: how do the authors know that the green network represents tubular vacuoles, why does the GFP-tagged protein go to the vacuoles?
That these are tubular vacuoles is our assumption based on how fluorescently stained tubular vacuoles appear in other fungi as well as the data we accumulated for the corresponding original publication. We are still investigating the functions and resulting subcellular localisation patterns of Sfp2 and Gpr1, and hope to be able to present an answer why these proteins appear to localise to tubular vacuoles in an upcoming publication. To account for this we modified the figure legend text to the following:”… Sfp2 co-localizes with FM4-64 labelled organelles, including the plasma membrane and septa, the Spitzenkörper (Spk; arrow) and presumable tubular vacuoles.”

Fig. 6B It looks to me that bud6∆ has a (faint) SPK.
In case the reviewer indeed refers to Fig. 6B, which compares the subcellular localisations of Gpr1-mEGFP and FM 4-64, we can negate this impression with great confidence; our analysis of the data found no convincing evidence for localisation of Gpr1-mEGFP to the Spitzenkörper. However, we assume the reviewer refers to the FM 4-64 staining pattern in the Δbud6 strain in Figure 7B and 7D, for which our investigation also did not find convincing data to support the presence of a proper Spitzenkörper.

Fig 8A: pictures in the second row appear to be at very different magnifications. Second and third row both SPF or is there a mistake?
No, that is absolutely correct. The scale bars indicate the size differences, and different images of SFP staining were deliberately selected to show different phenotypes.

Fig 8B. What is this graph? Please plot the actual values as a cloud of points with horizontal lines indicating the average values and vertical error bars displaying standard deviations.
This is a Violin plot generated with R, we choose to show the statistic distribution of septal distances and hyphal diameters, respectively, and to indicate their probability density at different values. The graph shows that in both cases the size variation is much greater in the wt than the mutant. The Figure has been reproduced from a published article, hence, changes cannot be made and are, in our opinion, not at all required.

It is very odd that there is just one reference to Riquelme's lab papers, despite the fact that she is arguably the best live microscopist of Neurospora and that her lab is specialized in the cell wall.
Which papers would the reviewer suggest to be added where?

Reviewer #2 comments:

This is a very well written summary of the current state of live cell imaging for fungi on a confocal microscope. I expect this paper to be widely read and cited by experimental biologists working with filamentous fungi. I look forward to the acceptance of the paper so that I can share it with my own students.

My only concern was that I was unable to play the Movies on any of 3 computers I tried (PC and Mac), so I was unable to evaluate them.
We are very sorry to hear about that. We provided the movies in the first listed, preferred format (.mov) as stated in the “JoVE_Instructions_for_Authors.docx” file. On our PCs all movies play well, hence we suspect a video codec mismatch to the reviewer’s PC. We are happy to provide alternative formats if advised by the handling editor.

I found two small copy editing issues:

Line 34. Insert 'The' at the beginning of the sentence. Done.

Line 54-55. Change 'Endocytosis tracking assays allow to address various cell biological questions related to the general study of endocytos' to 'Endocytosis tracking assays allow various cell biological questions related to the general study of endocytosis to be addressed'
Done. Exchanged the respective sentence.

Reviewer #3 comments:

Manuscript Summary:
The article "A practical update on the application of membrane and cell wall selective fluorescent dyes for quantitative live-cell imaging of filamentous fungi" by Lichius and Zeillinger describes some of the most widely and commonly used fluorescent dyes in fungal biology to stain the cell wall and cell membranes. The text is well written and the authors (AUs) provide a thoroughly guide indicating the use and criteria for selection of each specific dye.

Major Concerns:
Consider changing the title. While this article makes reference to points covered in previous publications, it is not really just an update of a previously published article. Also the word quantitative is included in the title but there is not much explained in the article in terms of quantitative imaging. Either change title or expand article and include image acquisition details and image analysis tools that could make the imaging quantitative.
Done. We have changed the title to “Application of Membrane and Cell Wall Selective Fluorescent Dyes for Live-Cell Imaging of Filamentous Fungi”.

Minor Concerns:
L32. Same comment as for title. Change "updated practical guide".
Done. We deleted “updated”

L58. Add fungal before strains. Done.

L110. Delete vice versa. Done. 

L112-116. In Figure 2 legend AUs mention that FM1-43 stains mitochondria, but in the text there is no explanation on why at the same concentration and exposure time, FM1-43 stains both plasma membrane and organelles, while FM4-64 stains only the plasma membrane.
The explanation for the different staining behaviour of both dyes was provided in the section “Membrane selective dyes” in lines 85-89:” The longer the lipophilic tail, the higher is the dye’s hydrophobicity and thus binding affinity to the membrane, but the lower is its water solubility and membrane de-staining rate. Consequently, the C4-tailed FM 1-43 provides a stronger and more stable fluorescence signal quicker than the shorter C2-tailed FM 4-64, when applied at equimolar concentrations. Hence, different FM dye variants produce different staining dynamics and patterns.”
To improve understandability, we modified this section to provide a clearer connection to what is shown in Figure 2:” The longer the lipophilic tail, the higher is the dye’s hydrophobicity and thus binding affinity to the membrane, but the lower is its water solubility and membrane de-staining rate. Consequently, different FM dye variants produce different staining dynamics and patterns. For instance, the higher hydrophobicity of the C4-tailed FM 1-43 provides a stronger and more stable fluorescence signal at plasma membranes and internal organelles quicker than the shorter C2-tailed FM 4-64, when applied at equimolar concentrations (Figure 2).”
[bookmark: _GoBack]Furthermore, we modified Figure 2 legend to:” Figure 2: Simultaneous co-imaging of FM 1-43 and FM 4-64. An equimolar mixture of both dyes was added to a liquid germling culture of N. crassa yielding a final concentration of 10 µM. 25 min after dye addition, FM 1-43 has stained the plasma membrane and already accumulated in internal membranes – including strongly stained mitochondria (m) but largely excluding vacuolar membranes (v)  - more than eight-times stronger compared to FM 4-64 (average fluorescence intensities 176 to 21, respectively), whose lower hydrophobicity/higher hydrophilicity slows down its internalization rate leading to a prolonged dwelling time at the plasma membrane. Scale bar, 10 µm.”

L123-124. It sounds a bit contradictory for the reader not so familiar with the CWI pathway that CFW disturbs chitin microfibril assembly and at the same time induces chitin synthesis. Could the AUs explain this better?
We rephrased this section to:”Because CFW intercalates irreversibly into the nascent chitin chain it disturbs normal chitin microfibril assembly during cell wall biogenesis thereby generating cell wall stress 23. This in turn triggers a cell wall damage repair mechanism leading to locally heightened cell wall deposition as the result of glucan and chitin synthase activation 24,25.” We hope this makes the chain of events clearer.

L130. What do the AUs mean by "shut down"? We changed it to “cell lysis”.

L147-149. Cite Figure 4 here. Panel for PFS in Figure 4 has an * but no footnote for this *. What does it mean?
Moved Figure 4 citation upwards. The (*) is explained in the Figure 4 legend text:”… (*) The emission spectrum of cell wall-bound PFS is significantly more red-shifted than previously noted 33, however, resulting in very good S/N-ratios with lower dye concentrations than used before. The complete spectrum of CR is currently unavailable, hence that of Nile Red (CAS No: 7385-67-3) is shown as closest match. Detailed information on the spectral properties of CR can be found elsewhere 39.”

L206. Wouldn't it be better to aliquot the stock solutions into smaller volumes to avoid thawing/freezing cycles? This in my own experience extends the storage time to more than several weeks.
Very good suggestion. We changed the text to:” NOTE: The dye stock solution can be aliquoted into smaller volumes to avoid thawing/freezing cycles, and kept at 4 °C for several months.”

L209. Septum-sealed bottle?? Correct. A bottle with a rubber seal that prevents air coming into the bottle oxidizing the content. The DMSO is taken out with a syringe and needle.

L271. Add Laser before confocal.
In the course of rewriting this section, the corresponding sentence was removed.

L303. Add here and before the "Representative Results" section information on how to conduct quantitative analysis.
To provide some basic information into this highly technical and complex topic we added the following paragraph to the manuscript:”QUANTITATIVE IMAGE ANALYSIS
In addition to “just” visualizing cellular processes, live-cell imaging allows to extract quantitative information from the recorded data. Generally, quantitative image analysis is a complex topic whose proper discussion is far beyond the scope of this article, hence, the reader is referred to dedicated textbooks and articles 39–41. Nevertheless, some basic guidelines associated to the following example data shall be provided. Several crucial prerequisites must be met to allow image quantification, including: (1) defined molarities of fluorescent dyes must be applied to all samples to allow accurate relative comparison;  (2) image acquisition settings must be adjusted in a way that the emission light detectors are never saturated, otherwise maximum intensities are cut off; (3) image acquisition settings must remain fixed during the course of a coherent experimental set, otherwise artificial intensity changes are introduced; (4) image data must be saved in an information-lossless file format along with the meta information containing all instrument settings; and (5) image analysis should be limited to the minimal number of post processing steps required to extract the desired quantitative information.
Usually, defined standards that would allow absolute quantification of recorded signals are not available in the living cell. Thus, in its simplest form, quantitative image analysis relies on the relative comparison of pixel intensities within the same image or between different images recorded with identical settings. The manufacturer’s microscope control software normally include basic tools for image post-processing and quantitative analysis, or can be upgraded with additional functions for image segmentation, thresholding, ratio imaging, etc.. Several open source image processing platforms, differently suitable for various types of imaging data, are available, including ImageJ (https://imagej.net; https://imagej.nih.gov/ij/), icy (http://icy.bioimageanalysis.org/), CMEIAS Bioimage Informatics (http://cme.msu.edu/cmeias/) and Wimasis (https://www.wimasis.com/en/).  
The presented example data was processed and analyzed  using the ImageJ platform. Briefly, specific regions in the cell, such as the hyphal tip apex or septa, are marked with sizable area selection tools, and the intensity of all contained pixels is readout with the software implemented “measuring tool”. The intensity data from controls and experimental samples is transferred into a spreadsheet file, mathematically analyzed and prepared as graph. Further details may be found in the cited original publications.”

L315. Change proteins to compartments.
The focus is on FM 4-64 co-staining with fluorescent fusion proteins progressing through the endocytic pathway, hence, we changed the title to:” Example data 2 – FM 4-64 co-staining of fluorescent fusion proteins targeted to endocytic compartments.”

L522. Delete Overview. Done.
