Vanderbilt University Medical Center
Flow Cytometry Core Training Guide
This course will introduce new users to the hardware and software of the LSRII/Fortessa instruments.  The user will be given a demonstration on setting up a multicolor experiment and using the automated compensation software.  This course is not meant to provide total self-sufficiency immediately but rather to embrace the major concepts needed to begin.  It is mandatory that after this training the user will plan and perform their next experiment with the assistance of Core personnel.  After a newly trained user demonstrates the necessary proficiency under staff supervision the user may be released to sign up without assistance, at our discretion only.  We've found that most users only require a maximum of a few additional assisted appointments to gain the experience and comfort needed to be unassisted, but each user is different.  At any time after completing the Basic Training course the user can seek guidance and assistance from Core personnel, just let us know how we can help.  
Overview

1. Exterior of the BD LSRII

a. Changing sheath

b. Changing waste

c. Basic control panel functions

2. Interior of the BD LSRII

a. Sample Injection Port (SIP tube)

b. Flow cell

c. Fluorophore excitation and emission

d. Filters and mirrors

e. Photon Multiplier Tubes

f. BD FACSDiva Program

g. Experimental setup

h. Compensation for spectral overlap

3. Running Samples

a. Plotting and Gating options

b. Acquisition Dashboard Controls

c. Practical application of training

Exterior of the BD LSRII

1. Filling the Sheath Tank

a. Leinco Technologies 10x concentrate “ClearFlow” Sheath Fluid is what we use as sheath fluid in our FACSArias and LSRs

b. This sheath fluid should be diluted with DI water out of the faucet located at the sink 

c. The sheath fluid taxis the sample from the 5ml round bottom sample tube (VWR 60189-138) through the path of the lasers; w/o sheath fluid the sample won’t be read.  It is very important to check the level of the sheath tank prior to running your samples

d. Remove the two tubes connected to the tank

i. The dark green tube supplies the tank with air pressure to force the sheath fluid down

ii. The light blue tube is connected to a metal straw 

1. The straw extends to the bottom of the tank

2. Air pressure puts downward force on the sheath fluid and it’s only escape is up through the straw and into the light blue tubing

iii. To remove the tubing press the metal button where the tubes connect to the tank

e. Release the air pressure of the tank by pulling upwards on the pressure release valve

f. Unscrew lid of the sheath tank by twisting the black handle counter clockwise

i. The lid of the sheath tank is larger then it’s opening to ensure a proper seal

ii. To remove the lid, tilt one side of the lid through the opening first.  And vice versa for replace the lid back on.

g. Sheath fluid should be filled up to the weld line of the tank, this allows enough room for the lid to be place back on, as well as provides enough space for the air pressure to build up.

h. Replace the cap and tighten ¼ turn

2. Changing the waste container

a. The waste fluid contains bleach.  Please use caution when changing the waste

b. Remove the orange tubing by pressing the metal release tab where the tube connects to the cap of the waste container

c. Remove the black co-ax cable by turning the metal cap ½ turn counter clock wise

d. Place the waste container in the sink and remove the white cap, turning it counter clockwise

e. Carefully pour the waste down the sink, be sure not to splash bleach

f. The Waste container should be changed prior to the full alarm being triggered

i. the alarm can be tested with the switch on the back of the metal waste container bracket

ii. The trigger for the alarm is the blue float on the under side of the waste container cap

g. After the waste is disposed down the sink, fill the bottom of the container with bleach (stored under the sink)

3. Control panel for the BD LSRII

a. The six buttons on the control panel are designed to control the flow of the sheath fluid

i. The top row controls the flow rate of the sheath (and thus the event rate of your sample)

ii. Run allows your sample to be processed even if you are not “acquiring” data with the program

iii. Standby will stop the flow of your sample and the sheath fluid

iv. Prime is a multi purpose function

1. It primes the sheath fluid through the machine

2. Flushes and replenishes the flow cell with sheath fluid (removes bubbles from the flow cell)

3. Blows out minor clogs from the inner SIP tube

v. The “Sample Fine Adjust” is a knob which will revolve 10 times.  It is used to finely change the sheath velocity (used primarily with cell cycle and proliferation analysis)

b. The Power switch is located on the lower right hand corner of the front of the cytometer (green rectangle button)

c. The 5 Laser LSRII also has additional sheath and waste ports, as well as power supply and data ports for the HTS

4. Sample Loading Area

a. Samples should be loaded into a 5ml Round bottom tube made by BD

i. 5ml round bottom tubes made by different manufactures may not be suitable to use with this machine due to slight differences in the interior diameter of the tubes

ii. Both polystyrene and polypropylene tubes will work

iii. Polypropylene tubes are recommended for samples that are known to stick to plastics

b. Loading your sample for analysis

i. The LSRII should always have a tube (usually dd H2O) loaded on the Sample Injection Port (SIP)

ii. Remove the dd H2O tube by moving the tube support arm to either side, then pulling straight down on the tube

1. Note there is no twisting necessary

2. The rim of the sample tube makes a seal with the bal seal, which in turn keeps the sample tube from falling

iii. Quickly lift your sample tube so that it makes a good seal

iv. Move the tube support arm underneath the sample tube as fast as possible

1. While the tube support arm is to the side the droplet containment vacuum is active

2. This system is designed to prevent sample carryover but the vacuum will aspirate all of your sample very quickly if the tube support arm is not placed under the sample tube in a timely manner

Interior of the BD LSRII

1. Once loaded onto the machine, air pressure pushes down on the sample forcing it through the SIP, into the Flow Cell, through the path of the lasers and into the waste container

a. Once the sample reaches the top of the SIP, it enters the middle of the flow cell

b. The flow cells is shaped like a cone with the smallest diameter on top
c. While in the flow cell, the sample mixes with the sheath fluid and is hydrodynamically focused into a core stream

d. The width of the core stream is directly related to the increase of the pressure acting on the sample; greater pressures cause slight increases in variance

2. The path of the core stream intersects the 5 (or 3) lasers one at a time.

3. The 5 Laser instrument is equipped with lasers with the following wavelengths: 355nm (UV), 405nm (Violet), 488(Blue) , 532 (Green), and 633 (Red) The 3 Laser instrument is equipped with a Blue, Red, and Violet Laser

a. The lasers are focused horizontally into the flow cell parallel to each other
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This separation allows the photon emission caused by one laser to be distinguished from photons emitted from a different laser 

ii. This design allows for multiple excitation and emission wavelength properties to be exploited

b. The emitted photons are channeled to and allowed to travel through fiber-optic cables, which direct the photons into a carousel

c. Each laser has a designated carousel to capture and separate photons. The carousel houses Long Pass mirrors, Band Pas Mirrors and Photon Multiplier Tubes (PMT)

d. Long pass filters are designed to reflect all wavelengths shorter then its namesake allowing only the longer wavelengths through

e. Following the path of the photon marked on top of the carousel, the Long Pass filters (inner row) are setup in sequential order , effectively sorting photons into general groups based on their physical properties

f. Bandpass filters are used as a second line of defense against stray photons

i. Bandpass filters allow only a small margin of wavelengths to pass through them

ii. The bandpass filter is effective in further reducing spectral overlap between multiple fluorophores

iii. Once the photons have been separated by both filters the fluorescence is detected by the PMT

g. The main function of the Photon Multiplier Tube is to utilize the photoelectric effect to convert Photons into Electrons

i. Albert Einstein discovered that when a conducting plate placed in a vacuum with a current applied, the plate will emit electrons, and if the plate is bombarded with photons, more electrons will be emitted; the photoelectric effect

ii. The photoelectric effect is utilized in creating a PMT with amplifies the amount of electrons produced per photon, allowing in increased sensitivity

iii. The amount of electrons emitted is also directly related to the amount of voltage applied to the voltage plates

iv. Once the photon, emitted from the cell, hits the PMT it will create a signal which will be sent to the computer and interpreted by the BD FACSDiva Program

4. Cytometer Setup and Tracking is used to monitor the laser delays and PMT Voltages used to calibrate the machine

a. CST is performed weekday before users are allowed to operate the machines to ensure consistent performance from our machines

b. If prompted, CST setting should always be used

Running BD FACSDiva 
1. General Program Notes

a. All users must use the “CoreUser” username to login
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The password is “flow” and is case sensitive
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After logging in there should be at least 5 individual windows open
i. Browser

1. Where old experiments are temporarily stored

2. New experiments can be made

3. Tubes within your experiments can be selected etc

ii. Inspector

1. Provides additional information about the object the cursor selects

2. Tubes, experiments, Global worksheets can be renamed

iii. Cytometer

1. Primarily used to select the parameters of interest

iv. Also used to adjust the voltages of the parameters
v. Acquisition Dashboard
1. Used to advance and duplicate tubes within your experiment

2. Used to acquire and record data

3. Establish counting and recording parameters

vi. Worksheet

1. Displays you Global and Normal Worksheets

2. Global is used while running all “sample” tubes

3. Normal is used while reading “compensation samples”

4. The area where analysis is performed
d. New Experiments are most easily created in a specific order

2. Running your experiment
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Click on the brown notebook icon to create and open a “New Experiment”
i. An opened experiment is represented by the open notebook icon, in contrast to a closed notebook

ii. An optional way of creating a new experiment is to select [Experiment] in the file menu, scroll to select “New Experiment” and choose an Experiment Template
b. Rename your new experiment by right clicking on the experiment title, and scrolling to “Rename”

i. Experiments should be named using this template “PI’s VUNETID_Your VUNET ID_ Date” (ex. Wellerkp_warrencm_082314)

**IMPORTANT NOTE**

This is how we archive our data. If you do not type the VUNET ID’s correctly, you will NOT have access to your data.
ii. Another option for renaming your experiment is to change the experiment name in the inspector window
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c. Select a “Tube” within your “Specimen”
i. To view a tube you must first click the [+] next to the Specimen to show the tube inside
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To select the tube you must click on the arrow left of the tube you wish to select

iii. When a Tube is selected, the arrow will turn green
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Select the Parameters that you want to use to save data
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To show the parameters click on the “Parameters” tab in the Cytometer window
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The Parameters tab will show all available parameters
2. Be that you can read the names of all the fluorophores you intend to use before you delete the unwanted PMTs

ii. Forward Scatter (FSC) and Side Scatter (SSC) must always be Saved

a. It is always a good idea to save the Height and Width Parameters for FSC and SSC

b. [image: image28.png]Fle Edt View Experiment Populations Worksheet

Cytometer HTS Help

|

K3 Inspecto be

Tube | Labels | Aca,

Keywords:

{3 cyto

Status | Parameters | Threshold | Laser | Compensation | Ratio

[ AN )

Events ta Record:

10000 evt

v Parameter

Name

Date.

8@ Coreliser
5] New Experiment with Sample Tube
$% Cytometer Settings
& dobal Worshests
bl sheett
5%, specinen_ 001

"3 sharedview

311009 9:17:47 At

Stopping Gate: |l Allvents

3 o Fsc

voltage
jeos

Log

A

[

Storage Gate: |l AlEvents

a0

o
[m]

add

EEEEQ

L oo oo =
LI oo ooo =

@il

Cytometer Connected

TH Acquisition Da
Current Activity
Active Tubeell

Threshald Rate

[ TURE UOT 10 evtis

Basic Controls

Oevt

‘ o et Tube

‘ ‘ 8 Acquie Dt

8 Record Data ‘

late Cortros
@runpee

Acquistion Setup
Stopping Gate:
Storage Gate:
Acquistion Status

Processed Everts:
Threshald Count;

Stopping Gate Events

W Runells) @rase
(M AlEverts  VleventsToRecord: [ io00nevt
(M AlEvents v |eventsToDiplay: [ 1000evt

Electronic Abort Rate:
Electronic Abort Court:

@

] stopping Time (sec):

Elapsed Time
00:00:00

Q]

BozhwBAppme @ g EEMHE N\

Gobal Sheet1

Flow Cytometry experiments were performed in the YMC Flow Cytometry Shared Resource. The
VMC Flow Cytametry Shared Resouirce is supported by the Vanderbilt Ingram Cancer Center (P30
CAGB485) and the Vanderbilt Digestive Disease Research Center(DK58404)

<

>

& oousizs

© Connected




Do so by checking the “H” and “W” boxes in the “Parameters” window
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Some Fluorophores have similar spectral properties and thus are read off of the same PMT
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Fluorophores that share a single PMT cannot be run in the same experimental panel (ex. FITC, GFP)

4. Left click on a Fluorophore to view a list of the alternative names of Fluorophores that are read off of the same PMT
iv. Once you can read the names of all your fluorophores, delete the remaining PMTs from the list.

5. You must use the on screen delete button to delete your PMTs

6. Pushing “Delete” on the key board will result in erasing your Tube from the Specimen

7. Multiple PMTs can be selected by holding Ctrl and/or Shift
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3. Reading Compensation Controls

a. Compensation controls are positive single fluorochrome samples used to account for the spectral overlap between multiple fluorophores

i. Compensation controls must contain only one stain or fluorescent protein

ii. Compensation controls are a necessary tool for proper experimental setup

iii. Compensation controls should be prepaired at in conjunction with your experimental samples

b. Create compensation control specimen and worksheets
i. Move you cursor to the “Experiment” menu

ii. Select “Compensation Setup” at the bottom of the menu

iii. Then select “Create Compensation Controls”
c. If you have an unstained control click “OK”, if not de-select the box marked “Include separate unstained control tube/well”, then click “OK”

i. Notice that the “Global Sheet 1” has toggled to a “Sheet 1”

ii. A “Compensation Controls” Specimen has been Created

d. Expand the “Compensation Controls” Specimen by clicking on the [+]
e. Select the “Unstained” Tube
[image: image3]
i. Remember to Select the tube using the arrow on the left margin

ii. Once the tube is selected, the “Sheet 1” should automatically advance to “Unstained” in the Worksheet window

iii. At this point you should make sure that there is sheath fluid in the tank and the machine is in “RUN”

f. Take the ddH20 tube off of the SIP and replace it with the Unstained Control 
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h. Match the “Events To Display” to the “Threshold Rate”
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i. Adjust the voltage gains for the FSC and SSC so that your cells of interest are on scale
i. The voltage can be adjusted in a number of different ways

1. The voltage can be highlighted and over written by typing new numbers in the box

2. The arrow keys on screen (and on keyboard) will increase or decrease the voltage by 1 volt

3. Holding Ctrl and using the arrow keys will change the voltage in increments of 10

ii. If running peripheral blood samples the Lymphoid cells should be placed at or around 75 (x1000) on the FSC-A and SSC-A dot plot
iii. If reading you are sorting cell line, the Population should be moved to the same location on the FSC vs. SSC dot plot

iv. In General, Setting the Voltage of FSC and SSC to 300 will position your population on scale, further adjustments can be performed easier from there

j. Adjust the “P1” Polygon Gate so that it is encompassing the appropriate cells or beads
i. The general position of the P1 gate can be changed by click-and-dragging the straight portions of the gate

ii. The shape of the gate can be changed by click-and-dragging the boxes at the corners of the polygon P1 Gate

k. Adjust the Voltage of the remaining Fluorochromes so that the mean fluorescence intensity (MFI) is approximately 100 (102)

l. At this point you may want to check the fluorescence of  the rest of your compensation controls while on the Unstained Sheet 1

i. Checking the compensation controls at this time will allow you to adjust the voltages according to the way your samples are stained

ii. The adjustments (if any) that could be made would be to change the voltage of your PMT such that the negative portion of the compensation control has a mean fluorescence of 102
m. Record Unstained Control by pushing “Record” in the acquisition dashboard window

i. If the acquisition dashboard window is not selected, you may need to select the window before clicking on the “Record” Button

ii. Once the sample has been recorded, you will be signaled by audio and visually

iii. A floppy disk icon will appear next to the test tube icon of the Unstained control

iv. All recorded data is saved to the experimental file real time, so no saving is necessary after recording
[image: image6]

 SHAPE  \* MERGEFORMAT 
[image: image7]
n. Once finished recording the sample, push “Next Tube” on the Acquisition Dashboard replace Unstained control with the tube with a Single Labeled Compensation Control that is highlighted in the Browser window

i. Pushing “Next Tube will move the selection arrow to the next tube in order

ii. Each tube is linked to a unique Normal Worksheet so you should notice a fresh sheet with a matching label of the tube you are selected on.

o. Record the Compensation Control and repeat step 11 until all the compensation controls are recorded

p. After all the compensation Controls are recorded click on each worksheet tab one at a time and make sure the “P2” Interval Gate is gated over the positive portion of the compensation control

i. 
[image: image8]The general position of the P2 interval gate can be changed by click-and-dragging the crossbar of the P2 Gate

ii. The width of the P2 Gate can be changed by click-and-dragging the box at the junction of the crossbar and the upright posts

4. Calculating Compensation

a. The calculation of the spectral overlap must be performed so that the settings can be applied to all the experimental samples
b. To calculate the compensation, Click on the “Experiment” menu

c. Click “Compensation Setup”

d. Click “Calculate Compensation

e. If a pop-up window appears that says “Compensation calculation has completed successfully”, then click on “Apply Only” and proceed to “Running Samples”

f. If the calculation was not completed successfully, Then a warning will appear

i. The most common warnings alert the user to re-gate their compensation samples.

ii. Be sure that all the samples are correctly gated then retry the calculation function
iii. If the compensation controls have more then one Fluorophores in the samples they cannot be used to calculate compensation
5. Making Plots
a. Before running your samples be sure to toggle the Worksheet back to the “Global Worksheet”

i. This is accomplished by clicking the icon in the upper left corner of the screen on the right.  The icon is designed to look like a worksheet with different plots etc.

ii. The global worksheet will apply whatever gates you’ve drawn on it to all of the Samples you record.

iii. This allows consistent gating throughout your experiment

b. Select “Tube_001” in “Specimen_001”

c. Before running your samples, you may find it useful to make a number of plots and gates to identify the different cell phenotypes in your population
d. There are 3 plot options: Dot Plot, Contour Plot, Histogram
e. Dot Plot

i. A dot plot shows the position or fluorescence of each individual event as a dot on the plot

ii. A dot plot showing Side Scatter Area (SSC-A) on the Y-Axis and Forward Scatter Area (FSC-A) on the X-Axis is commonly used as the initial plot for analysis

iii. To make a dot plot of a regular shape, click once on the icon then click once on the Global Worksheet

iv. Any plot can be reshaped after selecting said plot by clicking on it.  The shape can then be altered by click and dragging any node showing on the outside of the plot

v. A dot plot of a different size and shape can be made by clicking once on the dot plot icon, then click and dragging to any desired rectangular dimensions
vi. Any plot Axis can be change by clicking once on the parameter you wish to change and selecting the new parameter
vii. For example it may be necessary to change FSC-H to SSC-A for your initial dot plot

viii. This is accomplished by following this sequence:

f. Contour Plot

i. The contour plot displays the relative density of the events on its plot

ii. With a contour plot each ring represents a level of density, with the inner most ring the representing the most densely populated grouping of events on the plot

iii. The axis’ of a contour plot can be changed, and its shape resized the same way a dot plot can

g. Histogram
i. Histograms are essentially Bar Graphs that show you the fluorescence intensity of the selected parameter (x-axis)

ii. The parameter can be changed as described above

iii. The y-axis displays the number of cells

6. Gating

a. Polygon

i. Allows the user to make polygon shaped gates by clicking on the icon and then clicking an outline around the desired population

ii. The polygon gate (as well as all other gates) can be repositioned by click-and-dragging on the straight portion of the gate and moving it to the new position

iii. Reshaping the polygon gate can be accomplished by click and dragging the boxes in the corners of the polygon

iv. The Auto-Polygon gate will draw a polygon gate around a population by clicking on the icon then clicking on the desired population

v. The Snap-to-Polygon gate will draw a polygon gate around the desired population in the same way as the auto but the gate will also automatically reposition itself if the population shifts in subsequent tubes

vi. All Polygon gates can only be used with contour and dot plots

b. Rectangle

i. The rectangle gate is selected by clicking the rectangle gate icon and can be made by click-and-dragging over the desired area then releasing the mouse button

ii. The gate can be reshaped and repositioned in the same way as the polygon gate

iii. There is no Auto-rectangle or snap-to-rectangle gate

iv. Rectangle gates can only be used with contour and dot plots

c. Quadrant gate

i. Creating a quadrant gate requires the user to click on the quadrant gate icon and click once on the plot where the user wants the quadrant to intersect
ii. Repositioning the intersection is accomplished by click-and-dragging the box at the intersection of the gate.

iii. Repositioning the “arms” of the quadrants can be accomplished by click-and-dragging the boxes in the middle or ends of the “arms”

iv. Repositioning using the end boxes will result in tilting the arm

v. Repositioning using the middle boxes will allow you to reposition the arm either vertically or horizontally

vi. Quadrant gates can only be used on contour and dot plots

d. Interval gate

i. Interval gates are created using the same technique as rectangle gates
ii. Interval gates can be used on any plot

iii. “Auto” and “Snap-to” interval gates are available and work just like the polygon counterparts

7. Creating Statistics

a. A “Statistics View” can be made by right-clicking on the plot you wish to have statistics on and selecting “Create Statistics View”

i. A statistics view will show the Mean Fluorescence Intensity (MFI) of any flurophore in any gated population

ii. The statistics view can be edited by right-clicking on the statistics table and selecting edit statistics view

b. A “Population Hierarchy” can also be made by right-clicking on the any plot and selecting “Show Population Hierarchy”

i. The population hierarchy will present the user with population percentages but not MFIs

ii. The population hierarchy will show the population lineage (parent, grandparent etc.)

8. Recording The Sample
a. In the acquisition dashboard window near the bottom you will find 4 dropdown windows, Stopping Gate, Storage Gate, Events to Record, Events to Display
b. The Stopping Gate is the parameter the program uses to determine what events to count with regards to recording your sample

i. Often, users will change the Stopping gate to P1 or a different gate to ensure there are enough specific events to compare

ii. This is especially important if the sample has a bunch of debris, or if the population of interest is very rare

c. The Events to Record is the number of “Stopping Gate” events that the program will record

d. The “Storage Gate” is used to determine which event will be recorded

i. This box should always read “All Events” unless a CBA assay is being run

ii. This will ensure the possibility of re-gating a sample later

e. The “Events to Display” controls the amount of events that will be displayed while acquiring the sample

i. This parameter has no effect on the number of events that will be recorded

ii. After recording your sample all of the recorded event will be displayed

f. Once the recording parameters are set you can acquire you data and then record the data.

i. After the tube has finished recording hitting “Next Tube” on the acquisition dashboard will carry the existing parameters forward to the next tube

g. You can add data to a specific tube by hitting record while selected on a tube has already been recorded

i. Doing this will give you the option to overwrite or append

ii. Selecting “append” will add data to the existing file, overwriting will only be available if you have changed any PMT voltage since the time when the original tube file was recorded

9. Printing the experiment and creating a PDF can be done simultaneously by performing a Batch Analysis
a. Right-clicking on the experiment title in the “Browser” and selecting  “Batch Analysis” will batch analyze the entire experiment

b. Be sure “Output to Printer” is selected if you wish to print

c. Checking the box next to “Save as PDF” will allow you to do so

i. Be sure that you click the “Browse” button and find the desired location to save you PDF

ii. You may also want to rename the PDF and can do so in the File Name section

d. Checking the “Auto” box will allow the program to cycle through each file automatically

e. Checking Manual will allow the user to change the gates between each sample

i. This option requires the user to click “continue” between each sample

ii. This option sometime results in incomplete printing and saving, it is recommended that the user clicks on the blank portion of the global worksheet just before clicking “continue” each time
f. The statistics from the “Statistics View” can also be exported as a .CSV file, which converts to a Microsoft Excel format among other programs

i. This is accomplished using the same method as saving your data as a PDF

10. Exporting the Data

a. Since each tube is saved real-time, there is no need to actively Save the Experiment to the browser, users are Strongly encouraged to export their files to a Flash Drive for their own archive

b. To export the Full Experiment File, right-click on the experiment file name in the “Browser” then select “Export” then “Experiment”

i. Exporting the experiment file allow your to re-open the experiment file with all of the gates and statistics created at the time of exporting the file

ii. Experiment files can only be re-opened in BD FACSDiva

iii. There are currently 2 analysis computers in the lab which are free to use on a fist come first serve basis
c. Navigate the popup window to find your flash drive and click “choose this directory” then click “Export”

d. Exporting the FCS file will allow you to analyze your data using different analysis programs such as FlowJo

i. Exporting FCS files gives you the option to export 3.0 or 2.0 files

ii. 3.0 files are recommended for archiving

iii. Some analysis packages cannot analyze FCS 3.0 files, so it may be necessary to export FCS 2.0 files as well

iv. We currently have 1 Mac that runs the latest version of FlowJo which are free to use on a first come first serve basis

v. We offer a site license copy of FlowJo for either Mac or PC for $250/year if you are interested in this service please contact Kevin Weller kevin.p.weller@vanderbilt.edu 

vi. Follow the same method to export FCS files as you would with exporting Experiment Files

11.        Exporting data to the server

a. Right-click on the experimental name in the browser window

b. Scroll down and highlight “Export” -> “FCS files…”

c. Select 2.0 or 3.0 files then click “OK”

d. Now browse my computer and find the drive labeled 

“DO NOT REMOVE” (the letter of the drive will be different for each instrument

e. Double-click on the drive name then select the “Data” folder

f. Click OK to start the export.

**IMPORTANT** This upload to the server takes a few minutes. If you turn off the computer before the upload is finished you’ll be left with partial data and the experiment will have to be re-exported and overwritten.
12.
Cleaning the Instrument

g. The instrument must be cleaned after every use.

h. This requires the user to load the tube labeled “Coulter Clenz” (the blue solution) onto the SIP with the sample arm to the side for 30 seconds, then move the sample arm under the tube for 30 seconds on “RUN” and “HIGH”
i. Repeat this process with the provided DI H2O Tube

j. After the Water rinsing step, leave the machine in “Standby”

k. Please do not “exit” the FACSDiva Program or turn off the Cytometer unless you are the last user of the day
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1). Click to Create a New Experiment





2).Click to Show Tube Icon





 To Select a tube, you MUST select on the arrow next to the tube of interest





Click to show the Cytometer Parameters





Clicking on a parameter will allow you to change the name of the parameter
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1) Choose the correct name for each fluoro phore of interest





2) Select only the parameters of interest by clicking all of other fluorophores while holding “Ctrl”





3) Click the on screen “Delete” Button
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Click to expand the Compensation controls specimen and show the Compensation Tubes





Click here to select the Unstained Control





SSC





FSC





The Histograms will show only what is gated within “P1”





Adjust the Voltages on for each parameter so that the top of each peak is over 102





This Icon indicates that data has been recorded








