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Authors, what would you like to entitle the video?


PTMScan Technology®, a proteomic method for identifying and quantifying changes in post-translational modifications.



Authors, please fill out the brief questionnaire below.   

A. Will you require assistance with video microscopy, such as filming a complex dissection or microinjection technique (Y/N, please specify steps by number. Also, please list make and model of your microscope)?  _____N_____
B.   Does your protocol include detailed, step-by-step, descriptions of software usage (Y/N, please specify steps by number)? ____N_____
C.  Which steps of your protocol will viewers benefit most from having filmed? Please list 4-6 steps____3.10 through 3.15__
D.  What is the single most difficult aspect of this procedure?  

1. Introduction (Schematic Overview and Interview)

A. Schematic Overview (read by voice talent at JoVE):
Authors, please select from “Procedural Narrative” or “Conceptual Narrative” and complete the statements below. Please do not add additional steps.  Then, attach your finished graphic overview.  See accompanying instructions for details and examples.  

Cell Signaling Technology offers PTMScan® Services for in-depth proteomic analysis of several types of post translational modifications, or PTMs (Intro).
Authors, should we pronounce PTMScan as “P-T-M-Scan?” Yes.

PTMScan Technology employs proprietary methodologies to isolate post-translationally modified peptides by immunoaffinity purification using motif antibodies. 
2849_PTMScan_Fig1.  Editors, please start with the “cell treatment or disease state” and boxed figures of cells and gel.  This figure has been modified slightly.  Please see new figure 1.  Please only highlight “cell treatment or disease state” text and the image of the cells. 


These antibodies recognize protease-digested peptides or proteins that contain a post-translational modification, or PTM.  Pre-defined groups of post-translationally modified peptides can then be separated from the unmodified peptides. 
2849_PTMScan_Fig1.  Editors, please animate the addition of the 2 black arrows to the green circle with yellow Ys attached and the eppendorf tube.  Then animate the blue arrow to the “Unmodified peptides”

Immunoaffinity purification using motif antibodies is followed by LC tandem mass spectrometry to identify and quantify the PTMs among the samples of interest.
2849_PTMScan_Fig1.  Editors, please animate the addition of the blue arrow to the LC tandem mass spec results.

PTMScan Technology provides a powerful tool for in-depth proteomic analysis of several types of PTMs.  These include specific serine/threonine kinase families or kinome branches, global tyrosine phosphorylation, protein acetylation, and ubiquitin-mediated signaling. 
	2849_PTMScan_Fig7.  Figure 1B can be used here instead.
Authors, would figure 7 work here?  If not, could you suggest another figure to correlate with this text – perhaps something general that could be applied to all the services provided.   Alternatively, we could use figure 2 and highlight the services as narrated.


B.  Interview: (Said by you on camera. Don’t forget to smile!)  

Authors: Below are statements we would like you to complete that are complementary to the information contained within the schematic overview.    Only one statement should be chosen and completed per author who will be on camera demonstrating the protocol.    In addition to choosing and filling out the appropriate statement, please enter the name of the individual who will say each line.  **If individuals will be doing the demonstrations but not speaking in the introduction, please use statement 1.8 to introduce these demonstrators (ex PI introducing students) in addition to any chosen statement(s).   

1.1) Author name _________: The main advantage of this technique over existing methods, like __________, is that ___________.   

1.2) Author name  ________ : This method can help answer key questions in the _________ field, such as _____ This method can be used to as a research tool in a variety of scientific areas.  The technique has been used as a Drug Discovery tool to investigate key changes in post-translational modifications that are related to the mechanism-of-action for a particular drug.  It has also been used as a Biomarker Discovery tool in conjunction with sensitive and resistant models to identify post-translational modifications to proteins that are responsible for either drug resistance or drug efficacy.  The technique has also been used to identify novel kinase substrates in transgenic models expressing activated forms of the specific kinase of interest.____________.  

1.3) Author name _________: The implications of this technique extend toward therapy (or diagnosis) of_______, because  ________.  

1.4) Author name ________: Though this method can provide insight into ____________, it can also be applied to other systems (model organisms, studies of disease, organ systems), such as ____________.

1.5) Author name _______ : Generally, individuals new to this method will struggle, because ______________.

1.6)  Author name ________: I/We first had the idea for this method, when I/We ___________.

1.7) Author name _________:Visual demonstration of this method is critical, as the ______________ steps are difficult to learn, because _______________.   

1.8) **Author name ________: Demonstrating the procedure will be ________  a _______(technician, post doc, grad student) from my laboratory (Add additional mention of demonstrators as necessary).  


Protocol (read by voice talent at JoVE):

Authors:  In order to ensure that your protocol can be filmed in a single day, the protocol text must be limited to 30 steps – each step being defined as 3 lines of 12 pt text in our formatting style below.  This amounts to 3 pages of protocol text.  The scope of the scripted protocol text should include only those aspects of the procedure that require visualization in order to be well understood.     

Authors, throughout the protocol you will note some suggestions on how to use the media you provided as well as suggested camera shots (some new suggestions, some based on your recommendations).  Please indicate any changes you would like to make.

2. Introduction to  Cell Signaling Technology’s (CST) PTMScan® Technology from Cell Signaling Technology (CST).

2.1. PTMScan Service offerings currently include phosphorylation (Text Overlay:  PhosphoScan® Service), acetylation (Text Overlay:  Acetylscan™ Service) and ubiquitination (Text Overlay:  UbiScan™ Service).
Authors, what would you like to show as points 2.1 is narrated?  Perhaps we can film the different PTMScan products.  Is there a kit that is sent to the client for each product?  
Alternatively we could show an illustration of some of the mentioned PTMs. Show figure 2 text with new modified peptide images included.

2.2. PhosphoScan® provides in-depth, yet focused phosphoproteome analysis, using phospho-motif antibodies as immunoaffinity reagents (Text Overlay:  PhosphoScan® Service).  These motif antibodies react broadly with diverse sets of serine, threonine, and tyrosine phosphorylated sequences. 
LAB MEDIA:  2849_PTMScan_Fig3.  Editors, please highlight antibodies in list with the corresponding colors from the motif antibody tree.  Authors, could you provide a higher quality version of the motif antibody tree? Yes.  Please show kinome tree image on figure 3A and then a list of PhosphoScan antibodies from figure 3B. 
2.2.1. 

2.3. This technology is extremely useful to isolate and identify phosphopeptides that result from specific disease states, or from drug or kinase inhibitor treatment.
2.3.1. LAB MEDIA:  2849_PTMScan_Fig3A

2.4. Alternatively, UbiScan can be used to assess ubiquitination status within the cell (Text Overlay:  UbiScan™ Service).  Ubiquitination is gaining growing attention as an important mechanism for both signal transduction and proteolytic degradation. 
2.4.1. LAB MEDIA:  2849_PTMScan_Fig4.  Editors, please animate the flow chart from the Ub oval to several Ub ovals on the protein substrate.  Do not include the big yellow Y and K-GG circle yet.

2.5. CST has developed a proprietary ubiquitin branch (“K-GG”) XP™ monoclonal antibody with specificity for the di-glycine tag that is the remnant of ubiquitin left on protein substrates after trypsin digestion. 
2.5.1. LAB MEDIA:  2849_PTMScan_Fig4.  Editors, please animate the addition of the big yellow Y and K-GG circle.  Also animate the black arrow to the green circle with yellow Y’s attached.
Authors, how should we pronounce (“K-GG”) XP™? K-G-G

2.6. In UbiScan Services, the K-GG antibody is employed on trypsin digested cell samples to enrich ubiquitinated peptides.  This is followed by LC-MS/MS analysis for quantitative profiles of hundreds to over a thousand non-redundant ubiquitinated sequences.
2.6.1. LAB MEDIA:  2849_PTMScan_Fig4.  Editors, please animate the addition of the rest of the figure.

2.7. AcetylScan™ Service is a unique and unparalleled strategy for global analysis of histone acetyltransferase and histone deacetylase activity on protein acetylation (Text Overlay:  Acetylscan™ Service). 
2.7.1. LAB MEDIA:  2849_PTMScan_Fig5.  Editors, please highlight the AcetylScan antibody list.  Let’s just use the text overlay here and not show the antibody list.  

2.8. CST has developed proprietary rabbit monoclonal antibodies optimized for high affinity to acetylated-lysine peptides.  These specific antibodies are used for enrichment of acetylated peptides from protease digested cell samples, followed by LC-MS/MS analysis for quantitative profiles of many hundreds of non-redundant acetylated sequences. 
2.8.1. LAB MEDIA:  2849_PTMScan_Fig5.  Editors, please start with the signaling cascade and bring in Yellow Y and blue “K-Ac” circle with arrow to green circle with yellow Ys attached with arrow to eppendorf tube.

2.9. AcetylScan™ Services have been successfully applied to class I, II and III HDAC studies.  The services have been performed on sub-cellular compartment fractions for substrate, target pathway, and compound biomarker discovery.

Authors, I think the antibody lists in figures 3-5 are all from PhosphoScan.  Could you update these lists with the UbiScan and AcetylScan antibody lists?  Do not use antibody list.  Show pathway images only

3. The CST PTMScan® Service Offering

3.1. To demonstrate the CST PTMScan service offering, a typical PhosphoScan® Service for the identification of serine/threonine phosphorylation events will be carried out.

3.2. The study is performed using a two-step process beginning with the KinomeView™ Service and followed by the PhosphoScan Service.  The KinomeView Service utilizes western blotting and Phospho-Motif Antibodies to provide a kinome-wide view of cellular phosphorylation.  Figure 6 can be used here.

3.3. CST’s Phospho-Motif Antibodies have broad immunoreactivity for serine, threonine, and tyrosine phosphorylation mediated by kinases throughout the whole kinome.  The objective of the KinomeView Service is to determine which Phospho-Motif Antibodies detect phosphorylation that is responsive to the treatment under investigation.
3.3.1. LAB MEDIA:  2849_PTMScan_Fig7  
Authors, do you have any suggestions for footage to show for points 3.1-3.3 in addition to figure 7.  Perhaps CST scientists performing western blotting or analysis at the computer?  For step 3.3, please use Figure 7B, which contains additional WB images corresponding to each area of the kinome tree. 

3.4. Step one of any analysis involves consultation with a  CST scientist at CST to discuss study design, sample preparation, and the application of the KinomeView Service to the biology or chemistry under investigation.
Footage:  Scientist from CST talking on the phone and taking notes

3.5. High-resolution western images of customer samples are generated on the LI-COR Odyssey® using the panel of Motif antibodies. The Phospho-Motif Antibodies that reveal changes in banding pattern with treatment in the KinomeView service will be the same antibodies used in the subsequent PhosphoScan Service (Text Overlay:  http://www.cellsignal.com/services/kinomeview.html)  No text overlay here.
Footage:   Footage of someone in the PTMScan Group collecting data on the LICOR instrument.
 LI-COR Odyssey machine and someone working with it

Authors, here you suggest “Show full page phospho-motif coverage of kinome tree.  Show KinomeView westerns of pS/T Akt Motif, pS MAPK Motif, pT MAPK Motif, and pS/T PKA Motif.”  
Are these images you will provide, or will this be filmed?  Is the phospo-motif coverage of the kinome tree on the computer screen?  Are the gel images on the screen? See comments above; all western blot images will be on the screen.



3.6. When KinomeView is finalized, generally within 3-4 weeks, the client receives a report including images.  
3.6.1. LAB MEDIA:  2849_PTMScan_Fig10.  
Authors, what type of images does the report contain – kinome tree and gels?  Just WB gels, so please just use image from figure 10.

3.7. The report also contains specific recommendations for further PhosphoScan Services and experimental parameters for analysis, including cell system, treatment doses, and time points for PhosphoScan study design. 
Footage:  Scientist reviewing report on the computer, specifically looking at the recommendations.

3.8. After receiving the report, a follow up consultation will ensue with CST scientists to review the results, and discuss next-step PhosphoScan design.
3.8.1. LAB MEDIA:  2849_PTMScan_Fig10.  Authors, do the CST scientists generally review the results with the client over the phone, or is it done in person?  Perhaps we can show footage of that process here.  The consultation is typically done over the phone.  Perhaps we can show footage of a CST scientist talking on the phone and looking at his/her computer screen showing a WB image on it.

3.9. Step two in the process is the PhosphoScan analysis, performed with the Motif Antibody identified in KinomeView.  In certain cases where the appropriate Motif antibody for a PhosphoScan study is already known, KinomeView would be skipped and the process would start here.  
3.9.1. LAB MEDIA:  2849_PTMScan_Fig11.  Authors, please provide a higher resolution image for figure 11.  Do not use image in fig 11, instead text overlay, “Part 2: PhosphoScan”, or, go back to figure 6 and highlight step 2: PhosphoScan.

3.10. First, the samples shipped to CST are processed.  Cells are lysed, and cellular proteins are digested with a protease.  The resulting peptides are then fractionated by reversed-phase solid-phase extraction and then subjected to immunoaffinity purification using the selected phospho-motif antibody coupled to protein G agarose beads. 
Footage:  CST Scientist performing the different processing steps.

3.11. Unbound peptides are removed through washing.  Then phosphoserine- or phosphothreonine-containing peptides are eluted.  Reversed-phase chromatography is performed to separate phosphopeptides from antibody. 
Footage:  CST Scientist performing the different processing steps.

3.12. Enriched phosphopeptides and phosphorylation sites are subsequently identified by mass spectrometry (Text Overlay:  LC-MS/MS by label-free or isotope labeling) analysis.  Treatment-induced changes in phosphorylation levels are measured either qualitatively by label-free or quantitatively by isotope-labeling (Text Overlay:  SILAC) quantification.
Footage:  Mass spectrometer with CST scientist working with samples

3.13. PhosphoScan analysis is then followed by a summary report and consultation.  PhosphoScan identification and quantification results are delivered as a report, which includes interpretation and recommendations by project scientists from Cell Signaling Technology. 
Footage: Client scientists reviewing the report on the computer

3.14. A spreadsheet file listing peptide sequences and phosphorylation sites along with protein function and classification will be provided.  Detailed guidelines will also be supplied to help mine the table. 
3.14.1. LAB MEDIA:  2849_PTMScan_Fig13.
Footage:  Authors, what do you think of an over-the shoulder camera shot of the scientists reviewing the report on the computer here? Yes, sounds good.

3.15. After receiving the report, the client will meet with scientists who performed the study to review and discuss the results. 
Footage:  CST scientists with clients discussing the report in the conference room
Authors, during this consultation, is the report generally printed out, on a laptop, or on a projected screen?  On a projected screen in our conference room.

4. Case Study:  Akt-RSKKS-S6 Kinase Signaling Networks Activated Downstream of Oncogenic RTKs

4.1. Shown here is an experimental approach recently published by scientists at Cell Signaling Technology in the journal of Science Signaling, in which PhosphoScan Technology was used to identify phosphorylation events corresponding to specific inhibitor treatments in cancer cells.  
4.1.1. LAB MEDIA:  2849_PTMScan_Fig14 
Authors, should we include a text overlay referencing this publication here?  If so, can you provide? Yes and yes. Please use figure 14A.

4.2. The study revealed several new putative substrates of Akt-like kinases.  The MAPK, mTOR, and the PI3K/Akt pathways are key signaling pathways activated downstream of oncogenic receptor tyrosine kinases, or RTKs.  
4.2.1. LAB MEDIA:  2849_PTMScan_Fig14C.  Editors, please highlight the red shapes in the membrane (EGFR, Met, and PDGFRα).

4.3. All of these pathways activate AGC kinase family members, including Akt, RSK, and p70 S6 kinases, whose protein substrates are phosphorylated at the RxRxxS/T motif.  In the study, over 300 downstream substrates for these AGC family kinases were identified in three different cell lines, each driven by either EGFR, c-Met, or PDGFR.  
4.3.1. LAB MEDIA:  2849_PTMScan_Fig14C.  Editors, please highlight the RSK, Akt and S6K gray ovals. 
Author, how would you like the following pronounced?
Akt   A-K-T
MAPK    Map-K
mTOR    M-Tor
PI3K/Akt    P-I-3-K and A-K-T
AGC    A-G-C
p70 S6    P-70-S-6
EGFR  _E-G-F-R
c-Met     C-Met
PDGFR    P-D-G-F-R
RxRxxS/T    R-X-R-X-X-S or T
MEK    Mek
H1703    H-17-O-3

4.4. The experimental approach involved PhosphoScan®, and was performed using the RxRxxS/T Motif Antibody as an affinity reagent to selectively immunoprecipitate phosphorylated substrates of Akt, RSK, and p70 S6 kinases. 
4.4.1. LAB MEDIA:  2849_PTMScan_Fig14C.  Editors, please highlight arrows to and the RxRxxS* substrate beige oval.

4.5. Substrates included known and new putative substrates, and spanned proteins involved in many cellular functions, such as scaffolding, protein stability, metabolism, trafficking, and motility.
4.5.1. LAB MEDIA:  2849_PTMScan_Fig15. 

4.6. Use of various RTK inhibitors in combination with inhibitors specific for PI3K, mTOR, and MEK allowed for mapping of the signaling network downstream of these RTKs.
4.6.1. LAB MEDIA:  2849_PTMScan_Fig16.  Display figure and hold for a few extra seconds for reader to digest

4.7. The PTMScan report shown here is similar to the ones generated in the published study.  This report focuses on the cell line H1703, which is a non-small cell lung cancer cell line driven by PDGFRalpha, and is one of the three lines used in the study.
4.7.1. SCREEN:  Screen capture video of PTMScan report highlighting the H1703  What is screen capture video?  Just show table, not the table on a computer screen.

4.8. The cells were treated with the PI3 Kinase inhibitor, Wortmannin, and changes in the phosphorylation state of RxRxxS/T Motif-containing proteins were examined.  Since Wortmannin acts directly upstream of Akt, the changes observed occur specifically in Akt substrates.
Authors, for point 4.8, are these treatments included on the report.  Is there a visual we can highlight or scroll to while this is narrated?  Yes, on the top of the report.  Please highlight this area during narration.

4.9. The report contains both qualitative and quantitative results.  Peptide sequences, protein ID, and corresponding phosphorylation sites Sequence assignments are included in an xls table format with over 170 phosphorylation sites identified.  Modified proteins are organized by biological functions for easy review of the data. 
4.9.1. SCREEN:  Screen capture video of PTMScan report showing sequence assignments in an xls table and phosphorylation sites.  Screen switched to the modified proteins organized by biological functions.  Authors, is this re-wording correct, that is, are the modifications included in the xls table? Not clear what the question is.  Show proteins grouped by biological function yellow highlighted bars with fold change (primarily left columns).

4.10. Highlighted in green in the fold change column are proteins that were determined to exhibit a fold change above the threshold. 
4.10.1. SCREEN:  Screen capture video of PTMScan report with significant fold changes highlighted in green.  Talent scrolls through the table, highlighting the table features.

Author, how would you like the following pronounced?
Akt1S1    A-K-T-1-S-1
Raptor     Raptor
GSK-3     G-S-K-3
AS160     A-S-1-60
TBC1D4     T-B-C-1-D-4
SEMA4B    Sema-4-B
Afadin     Afadin

4.11. PTMs that changed upon treatment with Wortmannin include known Akt substrates, such Akt1S1 (Text Overlay:  akt1 substrate1 or PRAS40) at Thr246.  This phosphorylation site is known to control the interaction between Akt1S1 and Raptor within the mTOR-Raptor complex.  
4.11.1. SCREEN:  Screen capture video of PTMScan report as talent highlights or points out the Akt1S1 line in table.  

4.12. Another known substrate is GSK-3, a critical downstream element of the PI3 kinase/Akt cell survival pathway whose activity can be inhibited by Akt-mediated phosphorylation at Ser21.
4.12.1. SCREEN:  Screen capture video of PTMScan report as talent highlights or points out the GSK-3 line.    

4.13. The protein TBC1D4, also known as AS160, shows a 3.4-fold change in phosphorylation at Ser314.  TBC1D4 is found in Glut4-containing vesicles and plays a role in insulin-stimulated glucose transport.  
4.13.1. SCREEN:  Screen capture video of PTMScan report as talent highlights or points out the TBC1D4 line in table.  

4.14. The strongest fold change was found in the S6 ribosomal protein phosphorylation, which is commonly used as a readout of Akt activity.
4.14.1. SCREEN:  Screen capture video of PTMScan report as talent highlights or points out the S6 line in table. 
Authors, it might be nice to switch between the report and Figure18 if it contains all the proteins discussed.  Each protein can be highlighted as narrated.  Could you box out relevant targets in the figure so that our editors can easily highlight them as narrated?  Yes, this is a good idea.  Yes, the targets are boxed in blue on figure 18.

4.15. Previously unrecognized targets of Akt were also identified in this report.  They include the protein Rictor, a key component of the mTOR complex 2; the protein SEMA4B, which plays a role in neurogenesis by regulating axon guidance; and the protein Afadin, an actin filament-binding protein involved in cell adhesion.  
4.15.1. SCREEN:  Screen capture video of PTMScan report as talent highlights or points out the Rictor line in table.  Then talent highlights or points out the SEMA4B line, followed by the Afadin line. 
Alternatively, we could show figure 18 here and highlight the discovered targets as narrated.  Is SEMA4B and Afadin in the figure?  Could you box out relevant targets in the figure so that our editors can easily highlight them as narrated? They are not currently in the figure, but they can be added or “penciled” in using a different colored arrow. Can we send you the illustrator files to do this?  Rictor is in the figure (boxed in orange) but needs an arrow drawn from Akt.  SEMA4B should be drawn in the neuroscience section.  Afadin should be drawn in the “other” section.

4.16. PhosphoScan Service employs a powerful technique used for the identification of post-translational modifications in cells due to specific drug treatments or disease states.  

4.17. In all cases (Text Overlay:  Phosphorylation | Acetylation | Ubiquitination), a complete service is provided, combining expertise in antibody technology, tandem mass spectrometry, and bioinformatic analysis, to deliver results that are illuminating and immediately relevant.

4.18. For additional information regarding PTMScan Technology, please contact Cell Signaling Technology’s Pharma Services Department (Text Overlay: ptmscan@cellsignal.com)
Authors, did you have anything in mind for footage for points 4.15 – 4.17? No.  Can our CST scientist say these points instead of including a conclusion from part 5?

INSTRUCTIONS FOR AUTHORS:
Please ensure that the representative results narration is appropriate and correctly describes your images, movies, or figures.  Our editors have ensured that the results are written in our format.   

We consider this section a critical aspect of the video, because here is where you provide validation for your experiments.  For example, if this is a cell culture preparation, this section is where the video will show your cells at various time points following culturing.  If this is an imaging prep, then this part is where you will show examples of your imaging experiments.  

Please limit the extent of narration to no more than 2-3 lines of text per image or movie file being described.   Figures with multiple panels submitted with the original protocol should be broken up so that each panel is a separate image.   Like the schematic, each image or movie file supplied in the results should be referenced by annotation in parenthesis, however for the results, the specific filename should be given in parenthesis.  

Below is an example of results text:

EXAMPLE REPRESENTATIVE RESULTS

5.  Evaluation of Morpholino Injection and Knockdown
5.1   Representative results of both morpholino injection and mRNA injection are shown here. The    
        uninjected control at 48 hours post fertilization looks normal, as expected 
        -LAB MEDIA: 0123_PIname_Figure1.tif  (Replace 0123 with your jove video #)

5.2   However, embryos injected with the morpholino heg_e3i3_egfr1, which knocks down Heg isoforms
                     containing the first of two EGF-like repeats, exhibit brain edema.
	        -LAB MEDIA: 0123_PIname_Figure2.tif	

5.3   Injection of heart of glass mRNA also produced an obvious phenotype. At 24 hours post fertilization, 
        the heads of the uninjected controls look normal 
        -LAB MEDIA: 0123_PIname_Figure3.tif

5.4   Conversely, some of the embryos injected with the mRNA exhibit cyclopia     
                     -LAB MEDIA: 0123_PIname_Figure4.jpg

Please visit the following URL to see an example of how the results will look when complete:
http://www.jove.com/index/Details.stp?ID=1597


5. Conclusion (said by authors on camera)

Authors: Below are statements we would like you to complete that summarize and conclude the video. Only one statement should be chosen and completed per author who will be on camera demonstrating the protocol. In addition to choosing and filling out the appropriate statement, please enter the name of the individual who will say each line.

5.1. Author name ________: Once mastered, this technique can be done in ____________ (hours/min) if it is performed properly.

5.2. Author name ________: While attempting this procedure, it’s important to remember to ___________.

5.3. Author name ________: Following this procedure, other methods like _____________ can be performed in order to answer additional questions like _____________.

5.4. Author name ________: After its development, this technique paved the way for researchers in the field of __________ to explore _____________ (subdivision of field, disease, natural phenomenon) in __________( model organism, patient demographic, organ system).

5.5. Author name _________: After watching this video, you should have a good understanding of how to _____________ (restate overall goal of the procedure mention specific steps).

5.6. Author name _________: Don't forget that working with _____________(reagent, pathogen, instrumentation) can be extremely hazardous and precautions such as ____________ should always be taken while performing this procedure.   

 

      


Provided Media

Authors, Please list all images, movie files, or 3-D rendered animations that can be included in the video per editor’s request.  The step in the script/video where these images will be inserted should be specified.   For example:

6.2 –  0123_PIname_Figure1.tif -  dual color imaging of tumor angiogenesis at 40X 
6.2 –  0123_PIname_Figure2.tif -  dual color imaging of tumor angiogenesis at 100X

Formats:  For static images we prefer .tiff files at dimensions of at least 720X480 pixels and 300 dpi.  The higher resolution, the better.  Likewise any exported movie files should have at minimum these dimensions and be rendered to .mov, .mp4, or .avi files.  

Insert your media filenames here.

2849_PTMScan_Fig1
2849_PTMScan_Fig3– Authors, please include a higher resolution figure
2849_PTMScan_Fig4 – Authors, please update with UbiScan Antibody list if this is the caset
2849_PTMScan_Fig5 – Authors, please update with AcetylScan Antibody list if this is the case
2849_PTMScan_Fig7
2849_PTMScan_Fig10
2849_PTMScan_Fig11 – Authors, please include a higher resolution figure
2849_PTMScan_Fig14
2849_PTMScan_Fig15 ask Rachel for original images for paper
2849_PTMScan_Fig16
2849_PTMScan_Fig18

General Preparation

It’s critical for a smooth and organized shoot that all reagents are accounted for, in advance.   

Any overnight or long incubation steps should be recognized and specimens/samples be prepared in advance so that prior steps can be recorded and shooting can continue with pre-prepared specimens/samples.  

All tubes/flasks should be pre-labeled neatly before we arrive.  

Ex. Luciferase assay done in 96 well plates should be labeled with negative/positive control wells and experimental samples are labeled accordingly.
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