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A.  Microscopy: Does your protocol involve video microscopy, such as filming a complex dissection or microinjection technique? (Y/N)___N______  
Can you record movies/images using your own microscope camera? (Y/N)___Y______  
If no, JoVE will need to record the microscope images using our scope kit (through a camera port or one of the oculars). Please list the make and model of your microscope: _____________________________________________
B.   Software Usage: Does your protocol include detailed, step-by-step, descriptions of software usage? (Y/N)___Y_____ 

C.  Which steps of your protocol will viewers benefit most from having filmed? Please list 4-6 individual steps using the step numbers listed in this document. (Please do not list entire sections.) The steps 5.5 to 5.12 are a bit more time taking, but we will be able to manage it 

D.  What is the single most difficult aspect of this procedure and what do you do to ensure success?  Please list 1-2 individual steps using the step numbers listed in this document. (Please do not list entire sections.) _________The steps 5.5 to 5.12 are a bit more time taking, but we will be able to manage it__________________

E.  Will the filming need to take place in multiple locations? (Y/N) ___N____ If yes, how far apart are the locations? ___________________________________________________

1. Introduction (Experimental Goal and Author Interviews) – As the beginning of your video, the introduction should clearly present the goal of your method to the viewer and its significance.  Other information can be provided according to the various statements below, but the total introduction should not exceed 150 words. 

A. Experimental Goal: (read by voice talent at JoVE)

The overall goal of investigating the interaction of Vitronectin and bacteria is to observe the effect of human vitronectin in bacterial serum resistance, host adherence and internalization. (Intro)

B.  Required Interview Statements: (Said by you on camera. Don’t forget to smile!)  
1.1. Kristian Riesbeck: This method can help answer key questions in the host-pathogen interaction field, such as how bacterial pathogens survive inside the host by utilizing host proteins [1-MED].
This is also filmed (or something with similar meaning, different versions): We will focus upon vitronectin, a host protein that functions as a part of the extracellular matrix, but also is a complement regulator in the terminal pathway of the complement system. These facts make vitronectin an important and highly attractive target for bacterial pathogens.  
1.1.1. Kristian speaks towards camera, interview style. 
1.2. Birendra Singh: The main advantage of this technique is that it can answer if any pathogen can utilize vitronectin for establishing infection in the host [1-MED].   
1.2.1. Birendra speaks towards camera, interview style. 

Protocol: (read by voice talent at JoVE)
2. [bookmark: _Hlk499712493]Detection of Vitronectin (Vn) Binding at the Bacterial Surface using Flow Cytometry
2.1. To prepare for flow cytometry, resuspend the bacterial pellets with 50 microliters of blocking buffer containing 250 nanoMolar vitronectin [1-MED-TXT].  Then, incubate the samples for 1 hour at room temperature without shaking [2-MED-over the shoulder].	Comment by Kristian R: Moved to 2.1.2. 
2.1.1. Talent resuspends the bacterial pellets with 50 microliters of blocking buffer containing 250 nanoMolar vitronectin from a labeled container.  TEXT Overlay: See text for culturing Haemophilus influenzae type f (Hif) isolates 
2.1.2. Talent places the sample into the incubator.Then, incubate the samples for 1 hour at room temperature without shaking [2-MED-over the shoulder].
2.2. After incubation, pellet the bacteria by centrifugation at 3,500 × g for 5 minutes [1-MED].  Then wash the pellets three times using PBS and similar centrifugation steps [2-CU].
2.2.1.A Two ml PBS is added to each tube. 
2.2.1. B.Talent places the sample into the centrifuge, shuts lid and starts run.
2.2.2. Pelleted bacteria as talent washes it with PBS after centrifugation. This is repeated twice, but only one time is shown. 
2.3. Following wash, add 50 microliters of primary sheep anti–human vitronectin polyclonal antibodies to the bacterial pellet at a 1 to 100 dilution in PBS-BSA [1-MED].  Incubate the suspension for 1 hour at room temperature [2-MED-over].
2.3.1. Talent adds 50 microliters of primary sheep anti-human vitronectin polyclonal antibodies to the bacterial pellet at a 1 to 100 dilution in PBS-BSA.  Use labeled containers.
2.3.2. Talent leaves the suspension to incubate and starts a timer to count down from 1 hour.
2.4. Then, wash the bacteria three times with PBS to remove unbound antibodies [1-MED]. This is done by centrifugation after adding PBS. 
2.4.1. Talent washes the bacteria with PBS.
2.5. Next, add 50 microliters of PBS-BSA containing fluorescein isothiocyanate (pronounced as “floh-res-ee-in ahy-suh-thahy-oh-sahy-uh-lneyt”)-conjugated donkey anti-sheep polyclonal antibodies to the pellet [1-CU-TXT].  Incubate at room temperature for 1 hour in the dark [2-MED-over the shoulder].
2.5.1. Talent adds 50 microliters of PBS-BSA containing fluorescein isothiocyanate-conjugated donkey anti-sheep polyclonal antibodies polyclonal antibodies.  TEXT Overlay: 1:100 dilution
2.5.2. Talent covers the antibody tube and starts timer to count down from 1 hour.
2.6. Finally, after 3 washing steps, resuspend the bacterial pellet with 300 microliters of PBS and analyze by flow cytometry [1-MED].
2.6.1. Talent resuspends the bacterial pellet with 300 microliters of PBS. 
2.6.2. Talent reads the samples in flow cytometer. 
3. ELISA Analysis of the Interaction between Recombinant Protein H (PH) and Vn 
3.1. To prepare for ELISA (pronounced as “e-lize-ah”), dispense 100 microliters of protein solution into each well of a Polysorp microtiter plate [1-CU].  Close the plates with the lid and store at 4 degrees Celsius overnight to facilitate the immobilization of protein onto microtiter plate wells [2-MED-over the shoulder].
3.1.1. Polysorp microtiter plate as talent dispenses 100 microliters of protein solution into each well. Talent closes the plates with the lid and places it at 4 degrees Celsius.
3.1.2. Talent closes the plates with the lid and places it at 4 degrees Celsius.
3.2. Discard the solution from the microtiter plate by tilting upside down over the sink [1-MED].  Then, wash the wells three times with 300 microliters of PBS per well [2-CU].
3.2.1. Talent tilts the microtiter plate by tilting upside down over the sink.
3.2.2. Plate as talent washes the wells three times with 300 microliters of PBS per well.  Use labeled containers.  
3.3. Block the coated wells for 1 hour at room temperature with PBS containing 2.5-weight-volume-percent BSA [1-MED-over the shoulder].  After removing the blocking solution, wash the wells three times with 300 microliters of PBST per well [2-CU-TXT].  
3.3.1. Talent adds 300 ul PBS + BSA in each well, and leaves the plate with the blocked wells to incubate at RT and starts a timer to count down from 1 hour. 
3.3.2. Plate as talent washes the wells with 300 microliters of PBST.  TEXT Overlay: PBST = PBS with 0.05% (v/v) Tween 20
3.4. Now, add 100 microliters of 50 nanoMolar recombinant His-tagged PH to each sample well [1-MED].  In control wells, add only 100 microliters of PBS-BSA [2-CU].  Incubate the plate for 1 hour at room temperature [3-MED-over the shoulder].
3.4.1. Talent adds 100 microliters of 50 nanoMolar recombinant His-tagged PH to each sample well.  Use labeled containers.
3.4.2. Plate as talent adds 100 microliters of PBS-BSA to the control wells.  Use labeled containers.
3.4.3. Talent starts a timer to count down from 1 hour at RT and leaves next to the plate.
3.5. Following incubation, discard the protein solution and remove the unbound proteins by washing the wells three times with 300 microliters of PBST per well [1-MED].
3.5.1. Talent discards the protein solution and washes the wells with PBST.  Use labeled containers.
3.6. Then, add 100 microliters of PBS-BSA containing horseradish peroxidase-conjugated anti-His polyclonal antibodies [1-CU-TXT]. 
3.6.1. Plate as talent adds 100 microliters of PBS-BSA containing horseradish peroxidase-conjugated anti-His polyclonal antibodies.  TEXT Overlay: 1:10,000 dilution
3.7. After incubating for 1 hour at room temperature, wash the wells three times with 300 microliters of PBST per well [1-MED].  Detect the antigen-antibody complexes by adding 100 microliters of ELISA detection reagent to each well [2-MED-over the shoulder].
3.7.1. Talent washes the wells with PBST.  Use labeled containers.
3.7.2. Talent adds 100 microliters of ELISA detection reagent to each well.  Use labeled containers.
3.8. Then, add 50 microliters of 1 Molar sulfuric acid per well to stop the reaction [1-CU].  Measure the optical density of the wells at 450 nanometers using a microplate reader [2-MED-over the shoulder].
3.8.1. Plate as talent adds 50 microliters of 1 Molar sulfuric acid per well.  Use labeled containers.
3.8.2. Talent inserts the plate into the microplate reader.
4. Study of the Interaction Kinetics of Recombinant PH and Vn using Bio-Layer Interferometry
Video editors, please use a zoom bubble to highlight the actions being performed on the SCREEN Capture movies.
4.1. Immobilize human vitronectin on amine-reactive sensors using the amine coupling method, according to the manufacturer’s guidelines [1-MED].
4.1.1. Talent appears to be immobilizing human vitronectin on amine-reactive sensors using the amine coupling method.  96-well black, flat-bottom microtiter plate as talent transfers the resulting solutions there.
4.2. Using PBS, serially dilute the recombinant PH ligand from 0 to 4 microMolar and transfer the resulting solutions to a 96-well black, flat-bottom microtiter plate [1-CU].  Run the experiment at 30 degrees Celsius using a bio-layer interferometry instrument [2-MED-over the shoulder].
4.2.1. 96-well black, flat-bottom microtiter plate as talent transfers the resulting solutions there.
4.2.2. Talent loads the plate into the BLI instrument and starts the experiment. .
4.3. Now, load the data folder in the bio-layer interferometry data analysis software.  Select the sensor selection option.  Then, select reference well for subtraction.  Select align Y-axis to baseline, followed by interstep correction and align to association [1-SCREEN].
4.3.1. 54653_Riesbeck_SCREEN_4.3.1: Screen capture movie as talent loads the data folder in the bio-layer interferometry data analysis software.  Talent selects the sensor selection option.  Then, talent selects reference well for subtraction.  Talent selects align Y-axis to baseline and selects interstep correction and align to association.  
4.4. Press process data to automatically open the analysis tab.  In the analysis tab, select the association and dissociation option under curve fitting.  Select the model: 1 to 1 binding and global fitting.  Press fit curve and export the fitting data [1-SCREEN].
4.4.1. 54653_Riesbeck_SCREEN_4.4.1: Screen capture movie as talent presses process data to automatically open the analysis tab.  In the analysis tab, talent selects the association and dissociation option under curve fitting.  Talent selects the model 1 to 1 binding and global fitting.  Finally talent presses fit curve and exports fitting data.
5. Bacterial Adherence to the Vn-Coated Glass Surfaces 
5.1. Pipette 10 microliters of a 2 microgram per milliliter solution of vitronectin in PBS onto a glass microscope slide as a single drop [1-CU].  Allow the drop to dry on the slide for 30 minutes at room temperature [2-MED].
5.1.1. Glass microscope slide as talent pipettes 10 microliters of a 2 microgram per milliliter solution of vitronectin in PBS onto a glass microscope slide as a single drop. Slide as talent coats it with human serum albumin.
5.1.2. 
5.1.3. Talent starts a timer to count down from 30 minutes next to the slide.
5.2. Next, coat a slide with human serum albumin as a negative control [1-CU].  Wash the protein-coated glass slides three times by dipping them in a beaker containing PBS for two seconds to remove excess uncoated protein [2-MED].
5.2.1. Slide as talent coats it with human serum albumin.
5.2.2. Talent washes the protein-coated glass slides by dipping them in a beaker of PBS. 
5.3. Now, add 120 milliliters of a fresh Hif (pronounced as “H-I-F”) culture into a sterile plastic petri dish and submerge the coated glass slides in the culture medium [1-CU-TXT].  Incubate the dishes at 37 degrees Celsius for 1 hour with shaking at 20 rpm [2-MED-over the shoulder]. 	Comment by Kristian R: Pronounced as “Hif”, not as indicated. 
5.3.1. Plastic petri dish with 20 milliliters of fresh Hif as talent submerges the vitronectin and HSA-coated glass slides in the culture medium. TEXT Overlay: See text for Hif culture
5.3.2. Talent places the dishes into the incubator and starts them shaking.
5.4. After incubation, remove any unbound bacteria by submerging the slides three times in a beaker filled with PBS before visualizing the bound bacteria by Gram staining as described in the text protocol [1-MED]. “Now bacteria are ready for Gram staining”. 
5.4.1. Talent submerges the slides multiple times into a beaker filled with PBS.   
6. Vn-Dependent Adherence of Bacteria to Epithelial Cells
6.1. Culture A549 epithelial cells as described in the text protocol [1-WIDE]. After one wash and trypsinization of the cells at 37 °C, d Dilute the cell suspension to 5,000 cells per milliliter using complete medium containing 5 micrograms per milliliter of gentamicin [2-MED-over the shoulder].
6.1.1. Talent places takes out the cells into from the incubator.
6.1.1.B Cells are trypsinized to loose them from the plastic surface. 
6.1.2. Talent dilutes the cell suspension using complete medium containing 5 micrograms per milliliter of gentamicin.  Use labeled containers.
24-well cell culture plate as talent dispenses 500 microliters of cell suspension into each well.  Use labeled containers.

6.2. Dispense 500 microliters of cell suspension into each well of a 24-well cell culture plate before incubating the plate at 37 degrees Celsius in 5% CO2 until the cells are 90% confluent [1-CU].
6.2.1. 24-well cell culture plate as talent dispenses 500 microliters of cell suspension into each well.  Use labeled containers.
6.3. Prior to bacterial infection, replace the medium in the wells with F12 medium and incubate overnight at 37 degrees Celsius [1-MED].
6.3.1. Talent places the cells with F12 medium into the incubator. 
6.4. Wash the cell monolayer three times with 500 1 milliliter microliters of PBS at room temperature [1-MED-over the shoulder].  Then, place the plate on ice and add 2100 microliters of pre-chilled F12 medium containing 10 micrograms per milliliter of vitronectin [2-CU-TXT].  
6.4.1. Talent washes the cell monolayer with 500 microliters1 milliliter of PBS.
6.4.2. Plate on ice as talent adds 2100 microliters of pre-chilled F12 medium containing 10 micrograms per milliliter or Vn.  Use labeled containers.  TEXT Overlay: F12 medium only for control wells
6.5. After incubating the plate at 4 degrees Celsius for 1 hour, discard the solution by pipetting and wash the cell layer twice with 1 milliliter of PBS at room temperature [1-MED-over the shoulder].
6.5.1. Talent discards the solution by pipetting and washes the cell layer twice with 1 mL of PBS at room temperature.  Use labeled containers.  
6.6. Add 100 microliters of freshly grown Hif wildtype in F12 medium to each well [1-CU].  Incubate the plate for 2 hours at 37 degrees Celsius [2-MED].
6.6.1. Plate as talent adds 100 microliters of freshly grown Hif wildtype in F12 medium to each well.  TEXT Overlay: 2×108 CFU/mL
6.6.2. Talent places the plate into the incubator.
6.7. Then, aspirate the medium with a pipette and wash the A549 epithelial cells three times with PBS [1-MED].  Add 50 microliters per well of cell detachment solution and follow with a 5 minute incubation at 37 degrees Celsius [2-CU]. 
6.7.1. Talent removes the medium by pipetting and washes the A549 epithelial cells three times with PBS from a labeled container.
6.7.2. Plate as talent adds 50 microliters per well of cell detachment solution.  Use labeled containers.
6.8. Next, add 50 microliters of F12 complete medium per well to stop the enzymatic reaction [1-MED-over the shoulder].  Transfer the epithelial cells from each well to a 6-milliliter glass tube containing four glass beads [2-CU].  Lyse the cells at room temperature by vortexing for 2 minutes [3-MED].
6.8.1. Talent adds 50 microliters of F12 complete medium per well.  Use labeled containers.
6.8.2. 6-milliliter glass tube containing four glass beads as talent transfers the epithelial cells there.
6.8.3. Talent vortexes the cells.
6.9. After diluting the cell lysate 100-fold, plate 10 microliters of the diluted sample onto a chocolate agar plate [1-CU].  Count the colonies following an overnight incubation at 37 degrees Celsius [2-MED-over the shoulder].
6.9.1. Chocolate agar plate as talent plates 10 microliters of the diluted sample there.
6.9.2. Talent counts the colonies on the chocolate agar plate. 
7. Analysis of Vn-Dependent Resistance to the Bactericidal Activity of Human Serum
7.1. To perform the analysis of Vitronectin-dependent resistance to the bactericidal activity of human serum, first culture and pellet the bacteria as described in the text protocol [1-MED-over the shoulder].
7.1.1. Talent places the cultured cells into the centrifuge, shuts lid and starts run.
7.2. Following centrifugation, resuspend the bacterial pellet with 1 volume of dextrose gelatin Veronal buffer [1-CU-TXT].
7.2.1. Tube of cells as talent resuspends the bacterial pellet in 1 volume of dextrose gelatin Veronal buffer.  TEXT Overlay: See text for preparation of all buffers
7.3. Now add 1500 CFU of bacteria to 100 microliters of DGVB-plus-plus containing 5% serum [1-MED-over the shoulder].  Incubate the sample at 37 degrees Celsius for 15 minutes with shaking at 300 rpm [2-MED].
7.3.1. Talent adds 1500 CFU of bacteria to 100 microliters of DGVB-plus-plus containing 5% serum.
7.3.2. Talent places the sample into the incubator.
7.4. Remove a 10-microliter aliquot from the reaction mixture at 0 minutes (=T0) and 15 minutes [1-MED-over the shoulder-TXT].  Plate the aliquot on chocolate agar and incubate the plate at 37 degrees Celsius overnight [2-CU].
7.4.1. Talent removes a 10 microliter aliquot from the reaction mixture and put it on a chocolate agar plate.  TEXT Overlay: T0 sample and Tt sample
7.3.2 Talent places the samples into the incubator shaker.
7.4.2. Chocolate agar plate as talent plates the aliquotes. (=Tt) . 
7.5. [bookmark: _GoBack]After incubation of the chocolate agar plates, count the colonies appearing on the plate and calculate the percentage of bacteria killed as described in the text protocol [1-MED-over the shoulder].
7.5.1. Talent counts the colonies.
8. Results: Interaction of Vitronectin and Bacteria
8.1. All Hif clinical isolates tested in this study recruited vitronectin to the cell surface, as determined by flow cytometry [1-LM].
8.1.1. 54653_Riesbeck_Figure1A – Authors, please upload a separate version of figure 1A without the “A” label. 
8.2. Binding of vitronectin by the wildtype-Hif strain caused a shift in the population… [1-LM], whereas the mutant did not bind vitronectin [2-LM]. 
8.2.1. 54653_Riesbeck_Figure1B – Authors, please upload a separate version of figure 1B without the “B” label.  Video editors, please highlight the red peak. 
8.2.2. 54653_Riesbeck_Figure1B - Video editors, please highlight the purple peak. 
8.3. Protein-protein interactions between major vitronectin-binding protein, PH, and vitronectin were estimated by ELISA [1-LM].  The results indicate a significant interaction between PH and both vitronectin and the positive control… [2-LM], relative to the negative control [3-LM]. 
8.3.1. 54653_Riesbeck_Figure2A – Authors, please upload a separate version of figure 2A without the “A” label. 
8.3.2. 54653_Riesbeck_Figure2A - Video editors, please highlight the gray and white bars labeled Vn and Factor H. 
8.3.3. 54653_Riesbeck_Figure2A - Video editors, please highlight the black bar labeled C4BP. 
8.4. Interaction between PH and vitronectin were estimated in real time using bio-layer interferometry to have an affinity of 2.2 microMolar [1-LM].
8.4.1. 54653_Riesbeck_Figure2B – Authors, please upload a separate version of figure 2B without the “B” label. 
8.5. Furthermore, bacteria lacking expression of PH on the cell surface exhibited reduced adherence to vitronectin-coated glass surfaces in comparison to wildtype cells [1-LM]. 
8.5.1. 54653_Riesbeck_Figure3A – Authors, please upload a separate version of figure 3A without the “A” label. - Video editors, please highlight the bottom, left square of figure 3A.
8.6. In addition, the presence of vitronectin on the surface of epithelial cells significantly enhanced the adherence of Hif [1-LM].
8.6.1. 54653_Riesbeck_Figure3B – Authors, please upload a separate version of figure 3B without the “B” label. - Video editors, please highlight the black bar of figure 3B.
8.7. To estimate the complement-inhibiting activity of vitronectin, serum-mediated killing was examined in the presence and absence of vitronectin [1-LM].  Wildtype Hif cells exhibited higher serum resistance… [2-LM] than mutant cells [3-LM].  No bacteria were killed in the presence of heat inactivated serum [4-LM]. 
8.7.1. 54653_Riesbeck_Figure4A – Authors, please upload a separate version of figure 4A without the “A” label.
8.7.2. 54653_Riesbeck_Figure4A - Video editors, please highlight the black bar labeled NHS.
8.7.3. 54653_Riesbeck_Figure4A - Video editors, please highlight the white bar labeled NHS.
8.7.4. 54653_Riesbeck_Figure4A - Video editors, please highlight the black and white bars labeled HIS.
8.8. Interestingly, wildtype-Hif exhibited reduced survival in vitronectin-depleted serum… [1-LM], and replenishment of vitronectin increased bacterial survival [2-LM].  
8.8.1. 54653_Riesbeck_Figure4B – Authors, please upload a separate version of figure 4B without the “B” label.  Video editors, please highlight the black bar labeled VDS.
8.8.2. 54653_Riesbeck_Figure4B - Video editors, please highlight the black bar labeled VDS+Vn.
8.9. However, the mutant strain did not respond to vitronectin depletion because it could not recruit vitronectin to the cell surface [1-LM].
8.9.1. 54653_Riesbeck_Figure4B - Video editors, please highlight the white bar labeled VDS+Vn.
9. Conclusion (said by authors on camera)
9.1. Birendra Singh: Once mastered, this technique can be done in 3-4 days if it is performed properly.  While attempting this procedure, it’s important to remember to use fresh log phase bacterial culture and polymeric pure vitronectin [1-MED].
9.1.1. Birendra speaks towards the camera, interview style.
9.2. Birendra Singh: After watching this video, you should have a good understanding of how to analyze a pathogen that utilizes host vitronectin to enhance virulence [1-MED].
9.2.1. Birendra speaks towards the camera, interview style.
9.3. Birendra Singh: Following this procedure, other methods like bacterial surface protein identification by using far western blotting can be performed in order to answer additional questions like vitronectin -binding to the bacterial proteome [1-MED].
9.3.1. Birendra speaks towards the camera, interview style.
9.4. Birendra Singh: After its development, this technique paved the way for researchers in the field of host-pathogen interaction to explore the mechanism of bacterial virulence [1-MED]. 
9.4.1. Birendra speaks towards the camera, interview style.
   

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, .eps, Illustrator, Powerpoint or Photoshop 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.  

Authors, please upload all the following media to: http://www.jove.com/files_upload.php?src=16669213

LAB MEDIA (LM):
54653_Riesbeck_Figure1A – Authors, please upload a separate version of figure 1A without the “A” label. 
54653_Riesbeck_Figure1B – Authors, please upload a separate version of figure 1B without the “B” label.   
54653_Riesbeck_Figure2A – Authors, please upload a separate version of figure 2A without the “A” label. 
54653_Riesbeck_Figure2B – Authors, please upload a separate version of figure 2B without the “B” label. 
54653_Riesbeck_Figure3A – Authors, please upload a separate version of figure 3A without the “A” label.  
54653_Riesbeck_Figure3B – Authors, please upload a separate version of figure 3B without the “B” label.  
54653_Riesbeck_Figure4A – Authors, please upload a separate version of figure 4A without the “A” label.

54653_Riesbeck_Figure4B – Authors, please upload a separate version of figure 4B without the “B” label.  

SCREEN Capture Movies:
54653_Riesbeck_SCREEN_4.3.1: Screen capture movie as talent loads the data folder in the bio-layer interferometry data analysis software.  Talent selects the sensor selection option.  Then, talent selects reference well for subtraction.  Talent selects align Y-axis to baseline and selects interstep correction and align to association.  
54653_Riesbeck_SCREEN_4.4.1: Screen capture movie as talent presses process data to automatically open the analysis tab.  In the analysis tab, talent selects the association and dissociation option under curve fitting.  Talent selects the model 1 to 1 binding and global fitting.  Finally talent presses fit curve and exports fitting data.


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.

You will receive more detailed preparation instructions are included in the email accompanying the finalized script.
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