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Turn on

Diva CS&T

Acquire

Wash / End of run

Fortessa Cheatsheet

1 2
‘11 1/
Fy‘
BD Coherent

Connectio...

° k\////
ZANe

Turn Lasers on

* Run CS&T if first user of the day. Subsequent users: check if CS&T was performed
* All Lasers must be turned on for CS&T

OO @ X2 CS&T
" . .
~ = Create / duplicate experiment
T | — = * Experiment name: YYYYMMDD_BC etc...
FEE Must be in YMD format for data archiving
] Name Date .
DR iy * Create tubes and compensation controls
=52 Work for Users
3] 20140702_AZL_NM GFP Tomato 7/2/14 2:53:01PM

* Cytometer in [run] mode before loading tubes

* Before recording data, check cytometer voltages are suitable for today’s run

* Acquire data for your samples

* Changing waste tank / sheath carton: see manual (blue folder or PC-desktop)

* Batch-process: Export PDFs (if required)

f».. | Standby wash Shutdown wash
Bleach
E——— 2'm|n each 5-m|n each
Hi flow rate Hi flow rate

Water
L next user start >30 min T ff

* Standby: there is another asers Turn off urn o

booking toda .

& Y ] Standby Put machine in standby
* Shutdown: last booking
for today Power off Fortessa No Yes

Leave computer logged into Windows or data-backup wont occur



START UP PROCEDURE

1.
2.

3.
4.

e [f PCturned off, turn on before you turn on the cytometer

‘ Windows login ‘ Username ‘ Operator ‘ Passeord | muse42

Open BD coherent software (don’t turn lasers on yet)
Turn on cytometer

Green button on right hand side of instrument
Fortessa takes 60 seconds to communicate with PC. Do not start lasers or FACSdiva before
then, or you may get a connection/laser error.

Press prime button on the front panel; wait for prime light to turn off; and press it again

Open FACS Diva software —
. . FACS Di -
Login: select user name from dropdown list sl .
Password (all lower case) : first letter of first name and full last name 2

Check caps lock is not on

5. Turn lasers on

LASER START UP
# All 5 lasers are controlled by Coherent software.
# All lasers must be on for CS/T # Blue (488nm) laser must be on at all times; for FSC/SSC.

#* |f your experiment does not utilize a laser, turn it off to conserve its lifespan.
# BD engineer has recommended not to turn off/on frequently. So only turn off lasers if next user
will be in > 30 min.

A,
1. Open BD Coherent Connection 4 software p°‘t:s'e°r'; 7
2. Thetiles for each laser will load after 30 seconds. =
3. Click on [load config]
4. Select: [July 2024 5 lasers] > click open & *0 Coreent o
5. Click on [start all] / or individually start lasers you need Home [N
6. Laser warm up: 1 minute ﬁ, H H | - .
7. Make sure red dials indicate all lasers are on e
There is a bug where lasers turn off after 40 ~
seconds. Load
If this occurs, restart the Coherent software. config Start Stop
8. Cytometer ready for use All All
LASER SHUTDOWN
If End of day, or

Next booking starts > 30 min

1. Click [Stop All]




AVOIDING CONNECTION ISSUES

Logging into FACSDiva too soon after powering on the Fortessa can cause connection issues.

You can use the HyperTerminal app to monitor communication between the Fortessa and PC.

|
1/ Start HyperTerminal before turning on Fortessa @

2/ Approx 15 seconds after powering on Fortessa, you
should see some output.

3/ When you see the ASCIl “WxWorks” image and “cytometer IP address 192.168.1.1, you
can log into FACSDiva

==

111 1111 11 1111
] 1111111 1111

Development System
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VxWorks version 5.5.1
KERNEL: WIND version 2.6
Copyright Wind River Systems, Inc., 1984-2003

CPU: GMS V287. Processor
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#0.
Memory Size: Oxfe70000. BSP version 1.2/3.
Comm Type: WDB_COMM_NETWORK
WDB: Ready.

VxWorks Version:
-> @®VersionPAug 16 2017 12:00:59,ALL, VxWorks Boot Server,v6.0@

Cytometer IP Address: 192.168.1.1

CYTOMETER FAILS TO CONNECT

You will have to restart the cytometer

© N O Uk W e

Log out of FACSdiva

Turn off Lasers

Turn off the Fortessa (green power button)

Wait 2 minutes

Turn on Fortessa (Fortessa-PC communication takes = 1 minute)

Log into Diva and check if it will connect

Even if it says “disconnected” give it 15-30 seconds, sometimes it will try again and will connect

Turn on Lasers — do this after successful connection to avoid repeated power cycles of the laser.

If the above didn’t work, you will need to restart the cytometer and PC

Follow steps 1-3 above.

Turn off the computer (shutdown, not restart — can crash when restarting)
Step 4

Turn on PC, and log in (username: operator)

Continue from step 5 above



RUNNING CST —=INSTRUMENT QC

Ensure all Lasers are turned on
On the front panel of the cytometer: worksheet (R aad HTS Help
o Turn fine adjustment dial fully clock-wires, then 6 Cytometer Details. ..

rotations counter clock-wires - Yiew Configurations. ..
o Press [Run] and [LO] CST...

In FACSDiva: from the [Cytometer] menu select [CST] Performance Tracking (LJ)...
Check if CST was run today E if not, need to run now.
Make up CST beads (need to be made up fresh every day)

o Beads and pre-filled PBS tubes (yellow rack) are found in the fridge next to the spill kit.

o Vortex bead tube (5 seconds) whilst laying on its side, then squeeze 1 drop into prefilled tube
(350ul of 1 x PBS)

o Make sure that the lot number on the bead tube (not box) matches the lot ID in FACSDiva
Remove the O/N or water tube and load the 5mL PBS/bead tube
[in FACSDiva] press Run [i)]
o CST Takes about 10 minutes to run
Exit CST by pressing the red X at the top right-hand side of the window to return to the main
cytometer window
You are now ready to proceed with your experiment

Current config: 2020April_Working 2-blue 3-red 6-violet 4-YGrn 3-UV

W Cytometer Setup and Tracking oS S
File Cytometer Tools
J Setup [Reporls“Performance Tracking |
Setup Control (7]
System Summary: 0K Load a tube with beads and click Run button to start Check
Performance.
Cytometer Configuration 2020April_Working_2-Blue 3-Red 6-Violet 3-UV 4-YGrn I :i’ Rn | 1O
Lot ID 33064
Cytometer Configuration 2020April_Working_2-Blue 3-Red...
_ﬁ Cytometer Baseline: August 25, 2021 12:00 PM |_§} Select Configuration |
tup Beads
E Cytometer Performance: November 18, 2021 02:55 PM ot ID: |33064 (RUO) |z”
Product: CST Setup Beads
Cytometer Performance Results: Passed Part #: 910858
Expiration Date:  12-31-2022
A) Current config D) Run CST
B) date of last CST run E) bead lot selection
C) pass/fail

CST TROUBLESHOOTING

No events can result from: # blockage, # cytometer not in RUN-mode, ¥ fine-adjustment knob is
fully turned anti-clockwires (i.e, no flow), # Lasers turned off, # wrong 5mL tube used, #air-lock /
machine run dry, ¥ Software glitch

System unable to identify beads — bead concentration may not be appropriate — did you vortex the
CST tube before making up the beads?

Pass with warnings: View the report. The parameter with the error will be highlighted in red. If the
error is the CV, the system will probably be OK to run, assuming you are not doing DNA analysis.
Please tell a staff member if several CST runs have failed in a row.

Failed: Check UV laser was turned on. Otherwise consult facility staff.



STANDY BY PROCEDURE

(@] BD FACSDiva Software - Detmold Staff (CST 2-Blue 3-Red 6-Violet 2-U
—

Every time you run samples on the Fortessa, the instrument  |[Fie cat view eperiment Popuistions Werksheet Cytometer HTs
needs to be washed at the completion of your session. B BEEEEN =
(@ Browser - 20140702_AZL_NM GFP Tomato =

GERrYE |G-

If someone is using the instrument after your booking, 5 — rel
please do a standby wash. T e oz

If you are the last user of the day please refer to the e . ot e ot /14 553017
Fortessa Shutdown Procedure. 5 Ssaming

&%, Compensation Controls
i3 Cytometer Settings
ﬂ-j Unstained Control 7/2/14 2:48:01PM
{4 GFP Stained Control 7/2/14 2:48:36 PM
{4 tdTomato Stained Control 7/2/14 2:49:15PM
-7, GFP and Tomato
U4 HIF2new GFP +Tom  7/2/14 2:50:45PM
W HF1newGFP +Tom  7/2/14 2:51:30 PM
E-g Empty vector new GFP +77/2/14 2:51:53PM
- |4 HIF2 old GFP +Tom 7/2/14 2:52:26 PM
{4 HIF 1 old GFP +Tom 7/2/14 2:52:42PM
ﬂ-g Empty Vector old GFP + T¢7/2/14 2:53:01PM
45l standby Wash 7/7/14 11:59:50 AM
g shutdown Wash 7/7/14 12:01:50 PM

the wash profile

1. If next booking will be in > 30 min away, turn off Lasers

ClEE

2. Inthe cytometer Browser window, scroll to the bottom
and expand the Shared View section

EiEEEEIE

3. Double click on the Standby Wash experiment to open

4. Expand the Wash tubes specimen to access the wash tubes: Bleach, FACSclean and Water
5. Click on the acquisition marker beside the first tube in the list (Bleach)

6. Load a tube of bleach onto the cytometer, ensuring that the cytometer is set to RUN not
Standby and on HI flow rate

7. Onthe computer, press Record Data, when asked, choose to Overwrite the existing data
o The tube will run for 2 minutes

8. When the tube has finished running/recording, unload the tube, click Next Tube in the
Acquisition Dashboard, then repeat steps 5-7 with both FACSclean and then with Water

9. Leave the water tube loaded on the cytometer and press standby on the front panel

10. Log out of the software and leave ready for the next user

Changed configuration? YOU WILL NEED TO RETURN THE ALTERNATE FILTERS/DICHROIC MIRRORS,
SIGN THE FILTER REGISTER AND RETURN THE REMINDER NOTICE




SHUT DOWN PROCEDURE

i BD FACSDivaﬂware- Detmold Staff (CST 2-Blue 3-Red 6-\
File‘Edit—V;w Experiment Populations Worksheet Cytometer HTS F
H @EEEEE= =
Browser - 20140702_AZL_NM GFP Tomato =
SEXTYE |G-

Every time you run samples on the Fortessa, the
instrument needs to be washed at the completion of

i g B
your session. PEE

Name Date
- Administrator
|2 Training 20140625 AR
=12 Work for Users
2-L] 20140702_AZL_NM GFP Tomato  7/2/14 2:53:01PM

If you are the last scheduled user for the day, please
run a full shut down wash to ensure the ongoing
operation of the machine.

5-;“; Cytometer Settings
{24 Global Worksheets
=} & Compensation Controls
3% Cytometer Settings
Ei Unstained Control 7/2/14 2:48:01PM
Ei GFP Stained Control 7/2/14 2:48:36 PM
ﬂ-j tdTomato Stained Control 7/2/14 2:49:15PM
=] & GFP and Tomato
K-] HIF2 new GFP +Tom 7/2/14 2:50:45 PM
W HIF1new GFP +Tom  7/2/14 2:51:30 PM
ﬂ-j Empty vector new GFP +77/2/14 2:51:53PM
4 HIF2 old GFP +Tom 7/2/14 2:52:26 PM
]]-i HIF1 old GFP +Tom 7/2/14 2:52:42PM
{4 Empty Vector old GFP +T¢7/2/14 2:53:01PM
45l Standby Wash 7/7/14 11:59:50 AM
& Shutdown Wash 7/7/14 12:01:50 PM

_ 33 Shared View

EEE

1. Turn off Lasers.

2. Inthe cytometer Browser window, scroll to the
bottom and expand the Shared View section

EiEEEIEIE

3. Double click on the Shutdown Wash experiment

4. Expand the Wash tubes specimen to access the wash
tubes: Bleach, FACSclean and Water

5. Click on the acquisition marker beside the first tube in the list (Bleach)

6. Load a tube of bleach onto the cytometer, ensuring that the cytometer is set to RUN (not
Standby) and on HI flow rate

7. On the computer, press Record Data. When asked, choose to Overwrite the existing data
o The tube will run for 5 minutes

8. When the tube has finished running/recording, unload the tube, click Next Tube in the
Acquisition Dashboard, then repeat steps 4-6 with both FACSclean and then with Water

9. Leave the water tube loaded on the cytometer and press standby on the front panel
10. Log out of FACSdiva software

11. Do not close BD Coherent Software (laser control).

12. Leave the computer logged into Windows

13. Turn off Fortessa (green button)

Changed configuration? YOU WILL NEED TO RETURN THE ALTERNATE FILTERS/DICHROIC MIRRORS,
SIGN THE FILTER REGISTER AND RETURN THE REMINDER NOTICE




Changing FACS-flow sheath-carton

Once alarm sounds, and FACS flow empty light is on:

No vk wN e

9.

Finish recording data for current tube

Put O/N or water tube on the sample probe

Put Fortessa into stand by

Unscrew and remove empty sheath carton

Put empty carton to one side; slide full carton in place

Remove cap from full carton; put cap on the empty one

Insert sheath-line into full carton and screw in place. Do not over tighten. Pull the thread on the carton
up, so the sheath-line fits in properly.

Press [Reset Alarm] on the fluidics cart and make sure the red light turns off

A Pressing [silence alarm] only silences the alarm — need to press [reset alarm]

Fortessa can be put in run-mode to resume your work

Changing waste tank

Once alarm sounds, and Waste full light is on:

e wNRE

~N o

Finish recording data for current tube
Put O/N or water tube on the sample probe
Put Fortessa into stand by
Unscrew waste line from full waste tank and set to one side
Remove the rear-cap on the empty waste tank and fasten cap on full waste tank
a. To avoid spills, install the rear cap on the full tank before removing it from the cart
Remove full waste tank from fluidics cart and install empty tank.
Screw waste-line onto the empty waste tank. Do not over tighten

Press [Reset Alarm] on the fluidics cart and make sure the red light turns off
& Pressing [silence alarm] only silences the alarm — need to press [reset alarm]

Decontaminate the full waste tank: add 1 litre of sodium hypochlorite to waste tank, write date on waste
container and place on the wheeled trolley (PC2 requirement).

10. Fortessa can be put in run-mode to resume your work

Pressing [silence alarm] will
turn the alarm off. However,
you need to press [reset BD._E2
alarm] to reset the alarm Silence
(you will then see the Alarm
warning light turn off)

Collar to assist
in reattaching
fluidics line




Blockage / no events

L 0 N AW

[ )
w N - O

L 00Nk WwWN e

[
N o~ O

If CST errors and no events were observed in the first (of five) plots:

Check the fine adjustment dial is not fully turned anti-clockwires.

Check cytometer in [Run] mode

Check that Lasers are on

Check sheath carton is not empty

Check that FACS-flow (sheath) red light is not lit on the fluidics cart —if it is, get a staff member.
Bleed air from sheath filter

Remove CST tube and set-aside. Place bleach tube on sample probe and put cytometer on [HI].
Exit CST

(optional) Log out of user name and log into CST_wash (pw: muse42)

. Open an experiment and make an FSC vs SSC dot plot

. Acquire (not record) data

. Wait for events to be on screen, or 3-5 minutes.

. a/ If events observed: run water tube for 2 minutes, then resume CST (put flow rate back to [low].

b/ If no events:
e restart machine — waiting 2 minutes before turning Fortessa back on.
e find/contact staff member — 8302 7809
e continue bleach tube for 10-15 minutes.

If during run:

Check the fine adjustment dial is not fully turned anti-clockwires.

Check cytometer in [Run] mode

Check that Lasers are on

Check sheath carton is not empty

Check that FACS-flow (sheath) red light is not lit on the fluidics cart —if it is, get a staff member.
Bleed air from sheath filter

(optional) Log out of username and log into CST_wash (pw: muse42)

Open an experiment and make an FSC vs SSC dot plot

Place bleach tube on sample probe and put cytometer on [HI] flow rate.

. Acquire (not record) data
. Wait for events to be on screen, or 3-5 minutes.
. a/ If events observed: run water tube for 2 minutes, then resume run.

b/ If no events:
e restart machine — waiting 2 minutes before turning Fortessa back on.
e find/contact staff member — 8302 7809
e continue bleach tube for 10-15 minutes.



Running a New Experiment

Experiment setup

Bradley Cher

] BD FACSDiva Software
e To create a new experiment. In the

Browser window click the [New
Experiment] icon

File Edit View Experiment Populations

B @EEFEEE)

Browser - 20191127_homebrewLysis
[SEX T EE
|

New tube
l] Name
2~ BradleyChereda
m. & 2121172 AiwADlaemide

e Rename the experiment to fit the required convention 20191204_BC_Exp name

New Folder

New Experiment

e To duplicate a previous experiment New Specimen

o Double-click and open old experiment

o Right click and select [Duplicate Without
Data]

That is: (year month day) YYYYMMDD_your initials_experiment name.

It must be in this format for proper data management.

o The data will be saved in a folder with the name of your experiment. This folder is created when you
record data for your first tube. Changing the experiment name later will create another folder with
subsequent data saved within.

Tube setup

For new experiments (not duplicated), create one specimen/tube, setup the parameters and set the
appropriate voltage values from a full stained tube. Then create compensation and sample tubes. If you
make all the tubes first, sometimes voltages will not be applied across the tubes correctly.

e Create a specimen with the [add specimen] icon.

e Expand specimen by pressing the plus sign next to the Syringe icon, you should now see one
tube in your list

o Once a tube has finished recording, it is immediately exported. Any sample renaming in Diva after
recording will not be reflected in the filename. You will have to manually export the FCS file again.

Parameter setup .

=] 1B27_2ulcd3
& Y% homebrew
@ {4 old BD lysis
@ [ fresh BD lysis

e Click on the Acquisition Marker beside any tube

o Clicking on the tube name is not sufficient. You need to click
the Acquisition Marker, it will become active (green).

e The cytometer controls will activate. In the cytometer window, you can then make changes to
the parameters: add/delete, change voltage, compensation, threshold etc.

] Cytometer - LSRFortessa (HB47800L6019) 2 v S5 227
P 20
| Status | Parameters | Threshold | Laser | Compensation | Ratio S ;9 : :
Parameter Voltage Log A H w » RFP tdTomato 431 v v
|23 | | - (= 06 v I
227 [ -
[2s0 ) | Add I Delete J
369 7
|81 i [ Cytometer Connected
406 v O

o Setup parameter names. Find the fluorochrome in the channel listing. For example, clicking on Alexa
Fluor 488 —to bring up the dropdown list, and selecting GFP. If your fluorophore isn’t listed, use the
generic name. For example: (V 525/50) V for violet, 525/50, the bandpass of the detector. You can
add a custom label using the [experiment layout] — see below.

o Delete unwanted parameters. This will reduce file size and make it easier to setup the
cytometer/layout. Click on the small dot next to the parameter(s) you wish to delete and then press
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the Delete button at the bottom right. Do this after setting up your parameter names, otherwise

when you click on a parameter name, it will list the names of that detector AND all of the deleted
ones.

o Ensure H, A, W parameters are selected as needed (e.g. “H” and “A” for FSC to enable doublet
discrimination).

o The Log column determines Log/Linear settings. The defaults are, FSC and SSC: linear [unchecked];
fluorescence: Log [checked]

Experiment Layout

e Use the Experiment Layout window to edit s revwrd:  acosmon
axes labels, acquisition number and .

duration and stopping gate. e [ower =
Name Label Label Label
From the Experiment menu at the top of (E Training Exp
the window, scroll down and click on %, Specimen_001
Experiment Layout ¥ Tube_oa1 sesor seelom SR
Create plots
Polygon gate Quadrant gate

Dot plot —7&’&[4}@}9&3@5 @ C" TTHE

\ Region gate (histogram)
Contour/density e N Histogram Square gate

{s= Global Worksheet - Global Sheetl 5 Inspector - Dot Plot
Bes2REBLAL L@ @ T EE MBI ~\ \ @[ = ook | s 9 56w
| 6 bl sheets | Title | Labels | Acquisition | Dot Plot |
o
KSGZ-!dTomevo g 8 .'fiaz'de°m7'P e 1 Title Content
- AR Rs . .
=83 Show Population Hierarchy Ctrl+G Spedmen Tube D Populations
§§ Create Statistics View CtrlR [ Custom Title:
w
Show Legend » -nue Font
Show Populations [l ANEvents r .
Show Gate v W e Face: |Microsoft Sans Serif w | Size: | 12| Color: .
Bring to Front ! u 2 .
4 TS sendtoBack ' E :3 [] Italic [ Bold
. 4
K5624dTorn Order Populations by Count ™

PS

g5

e Onthe Worksheet (right screen), you can create plots and setup gates using the buttons across
the top of the Worksheet window.

Suggested basic layout for new assays:
* Create two dot plots: FSC-A/SSC-A and FSC-A/FSC-H.
* To help set voltages, make bi-exponential histograms for each fluorophore — put them in the grey
region so they aren’t included in your PDF (bi-exp option: click on plot; inspector window and [plot] tab).
* You can then set up the plots you want to print out within the white area.

e Todisplay events from inside a specific gate on a certain plot, right click on the plot, click Show
Populations, and select the population(s) you wish to view.

e To show the gating hierarchy, press ctrl + G.

e For custom plot titles, click on all the plot(s). In the [Inspector] window, select the [Title] tab.

Select from [specimen], [tube], [population] the population shown in that particular plot, or
create a custom title.
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Acquiring data workflow

. ) . =
New users: read entire section before proceeding |_! B4 od 8D lyss
1) Select your first tube by clicking on its Acquisition Marker [ i fresh BD Iysis

No

Check [events to record] value is appropriate (acquisition dashboard)

W

)
)
) Press Run on the front panel of the cytometer, have flow rate on [Lo]
) Move the sample arm to the side

)

wul

Load your sample tube and move the sample arm back under the tube without delay (cytometer
will quickly aspirate sample when the arm is to the side).

'@ Acquisition Dashboard =
Current Activity
Active Tube/Well Threshold Rate Stopping Gate Events Elapsed Time
| tdTomato Oevtls Oevt 00:00:00
Basic Controls
»{J Next Tube ’ ‘ B Acquire Data ‘ ‘ B Record Data
Acquisition Setup
Stopping Gate: . All Events w |Events To Record: 40000 evt w | Stopping Time (sec): 0 %[ﬂ
Storage Gate: . All Events w |Events To Display: 3698 evt v
Armuicitinm Chabie

6) Click [Acquire data] on the Acquisition Dashboard and data will appear within your plots.
7) Set parameter voltages (or check the previous voltages are appropriate).
8) Click [record] data to record/save data

Once the tube has been “recorded”, the data will be saved and exported. You may then load your next
tube. Ensure that the Acquisition Marker is set to the appropriate tube by either clicking on it manually,
or, if you are remaining within one Specimen, clicking on Next Tube in the Acquisition Dashboard. then
press Acquire, and Record when you are ready.

Acquiring data for a new experiment
e Follow 1-7 of acquiring data workflow, loading a full stained control tube (for voltage setting)
7) Set parameter voltages

The voltage parameter is used to change the signal intensity (like the volume control on a radio). If you want
the signal to increase; increase the voltage; decrease the voltage to reduce the signal. The default voltages
are derived from CS/T, based on the best fluorescence separation of neg, dim, bright bead-populations. Try
to keep within 50 volts of the defaults. Titrating the antibody/stain to fit in the CS/T voltages will get better
results compared to altering the voltages to fit an arbitrary stain volume.

A Voltages CAN NOT be changed between tubes (except for FSC and SSC). So make sure you use a
suitable full stain control to set them correctly.

Voltages can be changed in the cytometer window. B GRSt = R E OSSN (AT L) @
Status | Parameters | Threshold | Laser | Compensation | Ratio

- select/highlight number and type a new number F— — ———

- select/highlight number press the up or down arrow on . =

the keyboard. Ctrl + arrow changes by 10 volts S - =

- Ballpark for FSC: 123 volts; SSC 222 volts e - y

8) click [record] data to record/save data.

9) create appropriate specimens and tubes for the rest of your samples. See next section for auto-
compensation setup.



COMPENSATION - calculating and modifying

Compensation settings can be adjusted at anytime.
So long as the instrument voltages are set correctly, you can edit the compensation
values during data analysis.

12

BD FACSDiva Software - CST was king_2-Blue 3-Red 6-Violet 3-UV 4-YGrn)
. . Edit View [Experiment| i C HTS Help
Auto-Compensation EEE S Newrousr N |
Broweer - Cc I New Experiment Ctrl+E
e Check that only the parameters you are TR ’; e speamen o
measuring are listed in the parameter list i 8 New Cytometer ettings __ |
5§ o5t Import Cytometer Settings &
e C(lick [experiment] in the top menu bar, mouse c@a| @ NewGlobal Worlsheet
(s New Plate Ctrl+K 6/29/20 3:56:31PM
over [compensation setup] and click [create 4 et
compensation tubes]. Close Bxperiment Cutew s
Experiment Layout 12/1/20 1:27:38 PM
| Compensation Setup ¥ Create Compensation Controls
{5 20200303_8R Trairing Modify Compensation Controls
f& 20210311_RP_Training Calculate Compensation
m-f& 20210513 AE Trainina 5/13/2111:43:19 AM
Pa ram ete r Set u p Create Compensation Controls
e Include separate unstained tube: ©Tubes ) Plate
Select if using an unstained tube control 7] fAcidk Séparate Unstaned contol Whbe el
. . . . Fluorophore / Laben
Deselect if using the negative population « mlover Sfoenerc )
within your single stain controls. * Cenean [ fgenere J
# DsRed \ Generic /
e Delete fluorophores you don’t have controls for < melum Negrenc
. . Delete Label Cancel
e Delete fluorophores with custom labels (ie, only :
have fluorophores with a “generic” label).
e FACSDiva will generate a specimen and tubes for your single stained controls as well as a global
worksheet for gating the data on each tube.
ﬁ; 20210513:AE:Tfainin; (2] Normal W'ork.sheet- mClover Stained Control
-Poiniges BlozREBLUP P awm e BEMB \ &2 57w
{5l 20211015_PB_EXPtraining sheett | [y mClover Stained Control | Cerulean Stained Control | DsRed Stained Control | mPlum Stained Control
=-Lki] Compy McCompFace
;g‘ Cytometer Settings . o —mClover Stained Cantrol = mClover Stained Control
@ Global Worksheets § 3_; 2
% Specimen_001 % §—; i
5%, Compensation Controls g 27 P1 E o P2
: ;g“ Cytometer Settings @ ;E S g:
=3 &
=] U Cerulean Stained Control 2 &
@ 'UDSREdSGinEdCOthﬂ :IIII TTTT L TTT1T TTTT - TTTTI T TTTTI T TTTTI| T TTTTI T
=] U mPlum Stained Control 5:3 1&0 15'0 230 25!0 ml ml ml‘ ml
i e - . - [ Far.a P ™ lavar
[E Normal Worksheet - mClover Stained Control
B e %R S LA @ S @ T EEHE N NE |2 2 |
e [f you deselected separate CIE RT3 28 H | Ll

unstained tube, you need to add a
negative population interval gate
for each tube.

[}y mClover Stained Control | Cerulean Stained Control | DsRed Stained Control | mPlum Stained Control |

mClover Stained Control

_lGlevey Stained Control

P2

P3

-IIII|IIII|IIII|IIII|IIII
50 100 160
FS

(x 1,000)

00 250 10° 10

mClover-A

T
10
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e Load your single stain tubes and record data for each
e Apply appropriate gates for each control.

e Click [experiment] in the top menu bar, mouse over [compensation setup] and click [calculate
compensation].

e Diva may alert you there are large compensation values in the experiment. This does not
necessarily mean that auto-comp will be unsuitable for your experiment, but you should
double-check to make sure that the values are correct.

e When asked by the system, add your initial to the end of the date and time stamp name that
has already been generated, and make sure that you press Link and Save, do not select [apply].
e The compensation and voltages will be applied to new specimens and those with no data.

° Make sure to change back to “global worksheet”
before running sample tubes in order to see
your plots/data.

ormal Worksheet - mClover Stained

> B[RS AP L E

mClover Stained Control | ce

Manual compensation

Changing a compensation value can affect multiple parameters. This section explains which
fluorochrome to subtract from a detector. The example contains just 2 fluorochromes (Pacific Blue
and AmCyan), but the principles remain the same regardless of the number of fluorochromes you
are analysing.

e Record data for all of the single stained compensation controls.
e Select the tube you wish to view (by clicking the Acquisition Marker).

e Inthe Inspector dialog and Compensation tab, ensure that Enable compensation is
selected. This selector allows you to turn compensation on and off (on a tube-by-tube basis)

Pacameters | Thveshold | Ratio| Comoensaton |

Inspector - Cytometer Settings

| 7 Enabie compensaton | [ Gear | !

I Cytometer Settings ! ; e .
¢ Pacific Blue ‘AmC ki
Parameters | Threshold | Ratio  Compensation 3 S — »: ;:
| AmC pw'ku .
[ .

e (Create a matrix of plots (i.e. plots showing every fluorochrome plotted against every other
fluorochrome)

e Highlight all these plots, and in the Inspector on the Plot tab, ensure that in the
Biexponential Display section, both X Axis and Y Axis are selected

o Biexponential display allows for pseudo negative numbers in a log scale. So, you can visualise
all the data points if they go off-scale due to spectral overlap or applied compensation.

Figure A Figure B Figure C

Single stain controls-CD27 BY4: Single stain controls-CD27 BV4:

10°

AmQOyan-A
u’a 104

10%

10° é"'

(] w0 10f 1
o ° pyfipied o 0 aued

0 ot
o 0 oyl pued

A) properly-compensated data B) over-compensated data C) under-compensated data
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e The above example is a Pacific Blue single stain control. Pacific Blue should not be seen as
AmCyan positive, and needs to be compensated out. Therefore, we are looking to subtract
Pacific Blue fluorochrome from the AmCyan detector.

o Inthe compensation window, the columns are delineated as:

Fluorochrome | - % Fluorochrome | Spectral Overlap
' Fluorachrome - % Fluorochrome Spectral Overlap lf
¢ Padific Blue |AmCyan 0.14
|| ¢ AmCyan [Pacific Blue 9.24

o To subtract Pacific Blue from AmCyan:
Fluorochrome = AmCyan
- % fluorochrome = Pacific Blue

o When you have AmCyan in the tube and are looking to subtract it from the Pacific
Blue detector, the equation is reversed and becomes Pacific Blue - % AmCyan

e After setting the compensation for the first tube, you  IEEMEGEER <]
will need to copy that altered compensation setup i@ copy
(Copy Spectral Overlap) and paste it onto the @ Faste
subsequent tube (Paste Spectral Overlap with
. . o i Copy Spectral Overlap
Zeros). These options are found by right-clicking the Paste Spectral Overlap

tube. Paste Spectral Overlap with Zeros

e Check the compensation for the next tube(s), and copy and paste the spectral overlap as
necessary. When you have iterated through all the tubes, copy the final tubes spectral
overlap onto the other tubes, so they all have a complete matrix.

e Copy the “complete matrix (spectral overlap)” and paste onto the experiment Cytometer
Settings. This will apply the overlap on all future tubes.
o If you have run Auto-comp you will first need to unlink the Experiment Cytometer Settings
(the settings with the gold chain link icon), by right clicking on the Cytometer Settings, and
selecting Unlink from 20190512103258 BC* (this name will be different and based on a
date and time stamp and your own initials)

R Iona Apply Analysis Template... ) | -
8 Andy?’latt Copy Spectral Overlap x —ut kr [
»’; Tamsin Paste Spectral Overlap @ @ Global WOYkSl 1
% ra;koCuIIy Paste Spectral Overlap with Zeros = & Specimen_00 Ea Copy Ctri+C
ude I - 2
S Megan | Rename @ ui FITC . Paste f
Duplicate Without Dat. '
@ [h) 7 COLOUR SET wp | Duplicate Without Data @ [l PERCP- ¢ ol clete ¥
39 Cytometer Sett  Batch Analysis. ..
@ ¢ Global Workshe 14 @B PACBLUE  Copy Spectral Overlap |
Speci 001 Y t
@ : E::'I“T?- | Imr @- [ APC Paste Spectral Overlap
Export | = .
B @ apc-cy? Paste Spectral Overlap with Zeros
A e _ambLitie imalim a.me.mames m Wanc L
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BATCH ANALYSIS — Printing, PDF reports and Statistic Exports

e To print the Worksheet, create a PDF of the results, or export statistics for all your samples,
highlight all the specimens you require information from (or select individual tubes if not all
are required)

e Select specimen or tubes
o Specimen: hold [ctrl] and click the specimen(s) for export

o Tubes: hold [ctrl] and click the tubes for export (can not select tubes over different
specimens)

e Right click on a selected specimen/tube select Batch Analysis

e A-If nogate changes are required

Batch Analysis i .
,,,,,,,,,,,, from sample to sample, change View Time
Auto (o] t To Print: Statisti .

o - OuptTe T o to 0 to make the process as fast as possible
View Time: |0 |¥] Save as PDF V| Freeze Biexponential Scales
Manual [7] Save as XML V| Use Preferred Global Worksheet PY A _ |f yOU have different Ce” typeS

Add R t S Speci R ts .
i e Specmen ReRer and need to adjust gates between sample

PDF Filename: | amato-Batch_Analysis_07072014121127.pdf [7] View PDF types, switch to Manual mode so that you
. — can make changes before proceeding with
the export/print between tube files

Continue e B - [deselect] - there is no printer
attached to the fortessa PC

XML Filename:

Export Filename: |oma

Status: |

e C—[select] make sure the PDF filename saves to your own folder
o Folder will be in D:\BDExport\Worksheet\Your Name
o this file will be available on the network the following day as per standard data backup policy

o for genuine urgent data requests please make arrangements with staff prior to your
acquisition run

e D —if you wish to export statistics, check this box, make sure the output will go to your
own folder

o Folder will be in D:\BDExport\Statistics\Your Name
o this file will be available on the network the following day as per standard data backup policy

o for genuine urgent data requests please make arrangements with staff prior to your
acquisition run



GETTING FLOW DATA

Each morning (9 am), the FCS data from the previous day will be uploaded to the cloud. The
backup can only occur of the cytometer-PC is logged into Windows.

CLOUD ACCESS

2-factor authentication

Research data storage now requires 2-FA when logging in.

| recommend to use the “google authenticator” app (android/iOS) instead of the one uniSA
recommends as there has been issues with it.

Users with a university email

You will need to log into the RDS (research data storage) system (you don't have to apply for
storage) https://rds.unisa.edu.au

You will not see any folders on first log in.

Once you log in, let a staff member know and they can share the flow data folder with you.

External users (without a2 uniSA email address):
ITS has enabled onerous authentication requirements for non @unisa.edu.au accounts
please discuss access options with staff (your data will be backed up on the server).

File Paths
FCS \fortessa\data\FCS\yourusername
Fortessa
PDF \fortessa\data\Worksheet\yourusername
Gall LMD \Gallios\data\yourusername\LMD
allios
PDF \Gallios\data\yourusername\PDF
Astrios FCS/ _ }
(sorter) screencaps VAstrios\data\Institute\LabName\LMD\year\Username\date
CLOUD BUG

Upon logging in to RDS, your browser may not display anything. In the address bar delete the
highlighted text (so that only “https://rds.unisa.edu.au” remains)

I ’ : I ——
l@' @ https://rds.unisa.edu.aulEl S ETRlleTs e
|

‘C\ https:,r’frds.unisa.edu.au|

And press enter; you should now see the normal interface.

16
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B 710/50

7-AAD BB700
PerCP B 710/50
PerCP-Cy5.5 FVD eFluor 520
PE-Cy5.5 PerCP-eFluor 710
Pl PerCP-Vio700
Detector B B 530/30
Alexa Fluor 488 Cy2
FITC Dylight488
GFP FVS 520
BB515 Live/Dead Green
B 530/30 Oregon Green
Calcein-AM mClover
CFSE Venus
YFP
Detector C 488/10*
488nm SSC This auto-selects, and
no other parameter can

be recorded in this
channel




561nm

(Yellow/Green) UU o
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Detector A Y 780/60
PE-Cy7 Y 780/60
PE-Vio770
Y

PECFES Y 710/50 —
Detector C Y 670/30
PE-Cy5 Y 670/14
7-AAD (561ex) Y 670/30
mPlum
Detector D Y 610/20
PE-CF594 mCherry
PE-TexasRed Nile Red
Alexa Fluor 568 Pl {561ex)
ECD Y 610/20
Detector E Y 585/15
DsRed mRuby
PE RFP
Alexa Fluor 546 SNARF
Alexa Fluor 555 tdTomato
Cy3 Y 585/42
eFluor 585 NC Y 586/15



405nm
(Violet)
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V 780/60

BV786 V 780/60

Detector B V 710/50

BV711 V 710/50

Qdot 700

Detector C V 660/20
V 660/20

Detector D V 610/20
V 610/20

Qdot 605

Detector E V 525/50

Alexa Fluor 430 Pacific Orange

AmCyan Krome Orange

BV480 V500

BVS10 V 525/50

FVS 510

Detector F V 450/50

Alexa Fluor 405 Cerulean
BV421 DyLight 405
Cascade Blue FVD eFluor 450
CFP FVS 450

Pacific Blue V 450/50

V450



& R

640nm
(Red)

Detector A R 780/60

APC-Cy7 & APC-H7  APC-Alexa750 FVS 780
APC-Via770 APC-eFluor780 R 780/60
Detector B R 730/45

Alexa Fluor680 FVS700 R730/45

Alexa Fluor700 APC-R700

Detector C R 670/14

Alexa Fluor633 APC Live/Dead Far Red
Alexa Fluor647 Cy5 R670/14

eFluor 660 DRAQS R 670/30

FVD eFluor 660 FVS 660 TO-PRO-3

Detector A UV 740/35
Hoechst Blue Qdot 800
BUV 737 UV 740/35

Detector B UV 515/30

BUV 496 UV 585/42 (need to change filter)
UV 515/30 UV 675/50 (need to change filter)
Detector C UV 379/28

Alexa Fluor 350 DAPI, Hoechst 33342 (450 nm
BUV 395 dyes) ask staff for filter change

20
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Excitation | Emission | Best Filter

Alternative Filters

Fluorochrome (nm) (nm) |(available) LP (all non-standard) Notes
7-AAD 710/50;670/30 | 685;635]670/30 BP with 635LP* INOTE: very high spectral spillover into 670/30 BP from 561nm Yellow laser
Alexa Fluor 350 450/50 -

Alexa Fluor 405 450/50 -

Alexa Fluor 430 525/50 505

Alexa Fluor 488 530/30 505

Alexa Fluor 500 530/30 505

Alexa Fluor 514 530/30 505

Alexa Fluor 532 530/30 505 |560/40 BP with 505LP

Alexa Fluor 546 561 572 586/15 - 575/25 BP with 550LP |Alternative filter set should only be used if using 488nm Blue laser for excitation
Alexa Fluor 555 553 568 586/15 - 575/25 BP with 550LP Alternative filter set should only be used if using 488nm Blue laser for excitation
Alexa Fluor 568 610/20 600

Alexa Fluor 594 610/20 600

Alexa Fluor 610 610/20 600

Alexa Fluor 633 670/14 690 |670/30

Alexa Fluor 647 670/14 - 670/30

Alexa Fluor 660 675/50* - [ This filter combo is NON-standard for 640nm Red laser
Alexa Fluor 680 730/45 690

Alexa Fluor 700 730/45 690

Alexa Fluor 750 780/60 750 Currently unable to excite this dye with available lasers
Alexa Fluor 790 780/60 750 Currently unable to excite this dye with available lasers
AmCyan 525/50 505

APC 670/14 - 670/30

APC-Alexa 680 730/45 690

APC-Alexa 700 730/45 690

APC-Alexa 750 780/60 750

APC-Cy5.5 730/45 690

APC-Cy7 780/60 750

APC-eFluor 780 780/60 750

APC-Fire 750 780/60 750

APC-H7 780/60 750

APC-R700 730/45 690

APC-Vio770 780/60 750

Azami Green 530/30 505

Azurite 450/50* 535 J(UV) 450/50 JUVE: 535LP and 560/20 UVC: 450/50
|BB515 530/30 505
IBBG30 Not released NR
|eB660 Not released NR
IBB700 Not released NR
|se720 Not released NR
| i3 450/50 -
|suv3as 379/28 -
IBUV496 525/50* 505 This filter combo is NON-standard for 355nm UV laser
IBuvse3 585/15* This filter combo is NON-standard for 355nm UV laser
IBUV615P Not released




22

IBUV661 660/20* 630 [This filter combo is NON-standard for 355nm UV laser
Isuv737 740/35 685
IBUV805 780/60* 750 This filter combo is NON-standard for 355nm UV laser
[Bva21 450/50 -
IBV480 525/40* This filter combo is NON-standard for 405nm Violet laser
[svs10 525/50 505
Ievs70 Not released
Isv60s 610/20 600
Isves0 660/20 630
[Bv711 710/50 690
|ev7sop Not released
|sv7s6 780/60 750
|sYGss4 Not released
Calcein Blue-AM 450/50 -
Calcein Violet-AM 450/50 -
Calcein-AM 530/30 505
Cascade Blue 450/50 -
Cascade Yellow 525/50 505
Cell Proliferation Dye eFluor 450 450/50 -
Cell Proliferation Dye eFluor 670 670/14 - 670/30
CellTrace BODIPY 610/20* 600* This filter combo is NON-standard for 488nm Blue laser
CellTrace Far Red 670/14 - 670/30
CellTrace Oregon Green 488 530/30 505
CellTrace Violet 450/50 -
CellTracker Blue 450/50 - CMAC/CMF,HC
CellTracker Deep Red 670/14 -
CellTracker Green 530/30 505
CellTracker Orange 586/15 - 585/42 WARNING: use this wider BP with care: T spectral overlap with other dyes in 610/20BP
CellTracker Red 610/20 600
CellTracker Violet 525/50 505
CellVue Burgundy 730/45 690
CellVue Claret 670/14 -
CellVue Jade 530/30 505
CellVue Lavender 450/50 -
CellVue Maroon 670/14 - 670/30
JCellVue NIR780 780/60 750 Currently unable to excite this dye with available lasers
CellVue NIR815 780/60 750 Currently unable to excite this dye with available lasers
CellVue Plum 670/14 -
Cerulean 450/50 -
CFP 450/50 -
CFSE 530/30 505
Chromeo 488 530/30 505 excellent dye for STED microscopy
Chromeo 494 610/20* 600* This filter combo is NON-standard for 488nm Blue laser, excellent dye for STED microscopy
Chromeo 505 530/30 505 excellent dye for STED microscopy
Chromeo 546 585/42* - 586/15 [This filter combo is NON-standard for 561nm Yellow/Green laser, excellent dye for STED microscopy
Chrome 642 670/14 660/20 excellent dye for STED microscopy
Chromomycin A3 450/50 we do not have the optimal laser for exciting this fluorochrome is wishing to analyse/sort chromosomes
Cy2 530/30 505
Cy3 550 570 586/15 - 575/25 BP with 550LP Alternative filter set only to be used if using 488nm Blue laser for excitation, filter set is NON-standard for 488nm Blue laser
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Cy3.5 581 594 586/15 -

Cy5 670/14 - 670/30

Cy7 780/60 750

CyChrome 710/50 685 |670/30 BP with 635LP

CytoPhase Violet 450/50 -

DAPI 450/50 -

Dil 530/30 505 |560/40 BP with 505LP

Di0 530/30 505

DRAQS 670/14 - 670/30

DRAQ7 685/35 - 670/30 BP or 675/50 BP WARNING: multilaser excitation - 561 and 488nm lasers will also excite DRAQ7

DsRed 586/15 - 585/42 WARNING: use this wider BP with care: T spectral overlap with other dyes in 610/208P
dTomato 586/15 - 585/42 WARNING: use this wider BP with care: T spectral overlap with other dyes in 610/20BP
DyLight 350 450/50 -

DyLight 405 450/50 -

Dylight 488 530/30 505

DyLight 550 586/15 - 585/42 WARNING: use this wider BP with care: T spectral overlap with other dyes in 610/20BP
DyLight 594 610/20 600

Dylight 633 670/14 - 670/30

DyLight 650 670/14 -

DyLight 680 730/45 690

DyLight 755 780/60 750 Currently unable to excite this dye with available lasers

DyLight 800 780/60 750 Currently unable to excite this dye with available lasers

ECD 610/20* 600* This filter combo is NON-standard for 488nm Blue laser

eFlour 565 NC 530/30 505 |560/40 BP with 505LP

eFluor 490 NC 530/30 505

eFluor 525 NC 530/30 505

eFluor 585 NC 586/15 - 585/42 WARNING: use this wider BP with care: T spectral overlap with other dyes in 610/208P
eFluor 605 NC 610/20 600

eFluor 625 NC 610/20 600

eFluor 650 NC 670/14 -

eFluor 660 670/14 - 670/30

eFluor 700 NC 730/45 690

Emerald 530/30 505

FITC 530/30 505

Fluo-3 530/30 505

FluoroGold —_:m 450/50;585/42* - 585/42 BP filter is NON-standard. NOTE: will spill into 450/50 BP and 586/14 BP from 405nm Violet laser
FluorX 530/30 505

FP

Fura-2 ‘ 530/30;525/50 ] 505 Variable excitation based on concentration of free Ca*'. 530/30 with UV, 525,50 with 405nm
FVD eFluor 450 450/50 -

FVD eFluor 455UV 450/50 -

FVD eFluor 506 525/50 505

FVD eFluor 520 530/30 505

FVD eFluor 660 670/14 - 670/30

FVD eFluor 780 780/60 750

FVS 450 450/50

FVS 510 525/50 505

FVS 520 530/30 505

FVS 570 547 573 586/15 -

585/42

- - Py



24

FVS 620 610/20 600
FVS 660 670/14 - 660/20
FVS 700
FVS 780
GFP 530/30 505
Helix NP Green 660/20* 600 [ This filter combo is NON-standard for 488nm Blue laser
Helix NP NIR 660/20* - [ This filter combo is NON-standard for 640nm Red laser
Hoechst - -
Hoechst 33258 450/50 -
Hoechst 33342 450/50 -
Hoechst Blue 450/50 -
Hoechst Red 670/30* 510* [ This filter combo is NON-standard, but is best for Side Population analysis
Indo-1 (Blue) 450/50 -
Indo-1 (Violet) 450/50 -
Krome Orange 525/50 505
Live/Dead Aqua 530/30 505
Live/Dead Blue 450/50 -
Live/Dead Far Red 670/14 - |670/30
Live/Dead Green 530/30 505
JLive/Dead Near-IR 780/60 750 Currently unable to excite this dye with available lasers
Live/Dead Red 610/20 600
Live/Dead Violet 450/50 -
Live/Dead Yellow 525/50 505 |610/20 BP with 595LP
Lucifer Yellow 525/50 505
Marina Blue 450/50 -
mBanana 530/30 505 |560/40 BP with 505LP
mCherry 610/20 600
mHoneyDew 530/30 505
MitoTracker Deep Red 670/14 - |670/30
MitoTracker Green 530/30 505
MitoTracker Orange 586/15 - 585/42 WARNING: use this wider BP with care: T spectral overlap with other dyes in 610/20BP
MitoTracker Red 586/15 -
mClover3 530/30 -
mCyRFP1 586/15 - 586/15 Stand alone: detector B; swap 530/30 for 585/16.  With GFP: detector A; install 586/15 with 545LP
mKate 610/20 600
mNeptune 670/30 635
mOrange 530/30 505 |560/40 BP with 505LP
mPlum 670/30 635
mRaspberry 610/20 600
mRFP1 610/20 600
mRuby3 586/15 -
mStrawberry 586/15 -
mT-Sapphire 525/50 -
mTangerine 586/16* - 585/42 WARNING: use this wider BP with care: T spectral overlap with other dyes in 610/208P
Nile Red 610/20
Oregon Green 488 530/30 505
Pacific Blue 450/50 -
Pacific Orange 525/50 505
PE 586/15 - 585/42 WARNING: use this wider BP with care: T spectral overlap with other dyes in 610/208P
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|PE-Alexa 594 610/20* 600*

|PE-AIexa 610 610/20* 600* If using 488nm Blue laser this filter combo is NON-standard; is standard for 561nm Yellow laser
IPE-AIexa 700 710/50 685

IPE.CF594 610/20‘ 600* If using 488nm Blue laser this filter combo is NON-standard; is standard for 561nm Yellow laser
IPE-CyS 670/30* 635* If using 488nm Blue laser this filter combo is NON-standard; is standard for 561nm Yellow laser
IPE-CVS.S 710/50 685 |685/35 BP with 670LP

IPE-CyS-S 710/50 685 |685/35 BP with 670LP

IPE-Cy7 780/60* 750* If using 488nm Blue laser this filter combo is NON-standard; is standard for 561nm Yellow laser
|PE-Dazzie 594 610/20 600

IPE-mCherry 610/20* 600* If using 488nm Blue laser this filter combo is NON-standard; is standard for 561nm Yellow laser
IPerCP 710/50 685 |670/30 BP with 635LP

IPerCP-CyS.S 710/50 685 |685/35 BP with 670LP

IPerCP-eFluor 710 710/50 685

Jpercr-vio700 710/50 685

IPE-Texas Red 610/20* 600* If using 488nm Blue laser this filter combo is NON-standard; is standard for 561nm Yellow laser
IPE-\ﬁo770 780/60* 750* If using 488nm Blue laser this filter combo is NON-standard; is standard for 561nm Yellow laser
pHrodo 586/15 - 585/42 WARNING: use this wider BP with care: T spectral overlap with other dyes in 610/20BP

Pl 610/20* 600* If using 488nm Blue laser, this filter combo is NON-standard, if using 561nm Yellow laser this combo is standard
|rorP0-3 586/15 -

IPyronin Y 560/40* 545+ RNA. This filter combo is NON-standard for 488nm Blue laser

Qdot - -

Qdot 525 525/50 505

Qdot 545 530/30;525/50 505 530/30 BP if using 355nm UV laser; 525/50 if using 405nm Violet laser

Qdot 565 530/30;525/50 505 530/30 BP if using 355nm UV laser; 525/50 if using 405nm Violet laser

Qdot 585 585/42*;586/15] 570 |586/42 BP if using 355nm laser, 586/15 if using 405nm laser. UV filter set is NON-standard
Qdot 605 610/20* 570/600 J610/20 BP with 570LP is NON-standard on UV laser; with 600LP is standard on 405nm laser
Qdot 655 660/20* 630* If using 355nm UV laser this filter combo is NON-standard; is standard for 405nm Violet laser
Qdot 700 710/50* 690* If using 355nm UV laser this filter combo is NON-standard; is standard for 405nm Violet laser
Qdot 705 710/50* 690* If using 355nm UV laser this filter combo is NON-standard; is standard for 405nm Violet laser
Qdot 800 780/60 750

|RFP 586/15 - 585/42 'WARNING: use this wider BP with care: T spectral overlap with other dyes in 610/20BP

IRFP dTomato 554 571 586/15 - 575/25 BP with 550LP Alternative filter set only to be used if using 488nm Blue laser for excitation

|rRFP tdTomato 586/15 - 585/42 WARNING: use this wider BP with care: T spectral overlap with other dyes in 610/20BP
Sapphire 5 525/50 505

SNARF 586/15;610/20 |pH 6/9; emission wavelength will depend on pH

Super Bright 436 450/50 -

Super Bright 600 | 600 | s10/20 600

Super Bright 645 660/20 630

Super Bright 702 710/50 690

SYBR Green 530/30 DNA

SYPRO Red 610/20 600

SYTOX Blue 450/50 - DNA

SYTOX Green 530/30 505 DNA

SYTOX Orange 586/15 - 575/25 BP with 550LP DNA. Alternative filter set only to be used if using 488nm Blue laser for excitation

Tag-It Violet 450/50 -

tdTomato 586/15 - 585/42 WARNING: use this wider BP with care: T spectral overlap with other dyes in 610/20B8P

Texas Red 610/20 600

TO-PRO-1 530/30 505

TO-PRO-3 670/14 - 670/30
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TOTO-1 530/30 505

TOTO-3 670/14 - 670/30

TRITC 547 572 586/15 - 575/25 BP with 550LP Alternative filter set only to be used if using 488nm Blue laser for excitation
uv1 - - - -

uv2 - - - -

V450 450/50 -

V500 525/50 505

Venus 530/30 505

VioBlue 450/50 -

VioBright FITC 530/30 505

VioGreen 525/50 505

Violetl - R

Violet2 - -

Vybrant DyeCycle Green 530/30 505

Vybrant DyeCycle Orange 530/30 505 |560/40 BP with 505LP
Vybrant DyeCycle Ruby 710/50;670/14 | 685;-

Vybrant DyeCycle Violet 450/50 -

X-Rhodamine 586/15 - 585/42 WARNING: use this wider BP with care: T spectral overlap with other dyes in 610/20BP
YFP 530/30 505

Zombie Aqua 525/50 505

Zombie Green 530/30 505

Zombie NIR 780/60 750

Zombie Red 610/20 600

Zombie UV 450/50 -

Zombie Violet 450/50 -

Zombie Yellow 525/50 505 |610/20 BP with 595LP
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