Cytoflex plate reader guide (Sep 2026)

Machine power on
Perform setup and QC in tube mode (semi-automatic)

Check sheath and waste tanks
Ensure tanks won’t need attention during the plate run

Put into plate mode
Check if in semi-automatic (tube) or plate mode

See next page for tube > plate instructions



Cytoflex: Changing sample injection mode

Tu be —_ Plate mod e File | € Settings  QIC, ization Advanced Account L
A Acq. Setting... n .
Detector Configuration...

= le

1/ [Cytometer] > [sample injection mode] '
Q Initialize

Prime...
Deep Clean...

2/ Select [plate loader] Calbrate Sample Flow Rate-

System Startup Program...

Daily Clean...
Sample Injection Mode 4 Manual
Sampler Reset V| Semi Automatic

Acq. Setting Catalog... Plate Loader 4

Cytometer Configuration... |

3/ Dialog box will appear

Sample loading mode has been reset, | "

please restart the cytometer, connect N S s e o e e e e e e e
the appropriate probe and follow
cleaning procedure

=y

4/ Power off the Flex at the power point

5/ Rotate sample injection switch to the left. The “P” will face forwards

6/ Wait 5 seconds after power off before powering the Flex back on.

The following software changes will confirm the switchover:

B ——

P Run @ Record gt

! v kflush | &  Eject
0 Auto Record ){ Acq. Setting...

Plate Loader ™ Sheath




New experiment
1/ Click the plate button

Time: 00:00:00
Events to Display: 1000 Events
¥| Events to Record: | 10000 Events
in | All Events v
¥| Time to Record: 600 Sec
Volume to Record: pL
Sample Flow Rate: 10 pl/min
2) Slow Medium Fast
Custom
Tube
. I!F ~
Name

33, Add Plate...

3/ Select plate type and sampling direction.
Calibrated for falcon plates and legendplex plate

/\ other plate brands need to be calibrated before use.

Check with facility staff.

/\ deep well plates require an attachment. Check with

facility staff beforehand

%' Add Plate from Template...
0%  Add Plate from Layout.

Duplicate Current Plate without Datz

Add Plate

Plate Type: |96-well flat-bottom
96-well flat-bottom
96-well V-bottom
96-well U-bottom
96-well deep well

Sampling
—
@ = C

oK

Cancel




4/ A plate layout map will appear

5/

Plate
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Mame

| Sample ID | Events | Group | Mix | Backflush |Time

Gains not previously set Select one well with a full stain sample and click [set as

sample well]

Gains established Click and deag to select wells containing sample > [set as

sample well]

Can import settings from an existing FCS file. Bottom right of

[set as samples wells] window.

e e U o ettt |

[ Import Acquisition Conditions fram FCS File... ]

ok || cancel |




6/

A/ Prefix: label for each sample. Well ID (A1, A2) added to end of each sample Applies to all damples
selected. If you want different names, need to perform multiple selections.

B/ Mix and backflush enable. 2 sec mix / 4 sec (5 for legendplex) backflush a good start.
C/ Group name doesn’t do much. The colour will be applied to the wells on the plate layout window.
D/ Adj. setting. Set gains if known. If unknown set when running the sample.

E/ Threshold. Can now use two parameters. Automatic/ FSC will be fine for most experiments. If
using two channels, yuse the OR logic operator.

F/ Width. FSC default. For cell cycle, can use the DNA-stain channel.

Set As Sample Wells 3z
Naming Rules Mix/Backflush Group
Prefix: m u | Mix 1 SEE Name: | Apply to Sample 1D
Example: 01-Well-A1 | Backflush |4 sec Color: (]
Acq. Setting | Channel | Compensation Matrix | Stopping Rules | Custom Metadata
Gain Thresheld Width
EsC a0+ |» | (1~2000) - Primary Threshold (Trigger Level) Channel: |FSC -
ssc E 228| 2| » | (1~3000) Chepuel FS< i E ﬂ
B525-40 2000| ;| » | (1~3000) |l EU
B690-50 121] 2 [» | (1~3000) | © Automatic
R660-10 256 | » | (1~3000) Logic Operator: -
R712-25 235| 2| » | (1~3000) Secondary Threshald (Trigger Level)
R780-60 298| - [» | 1~3000) Hezomsts
YG585-42 s555) = [» | (1~3000) (=0
YG610-20 18] [» | (1~2000) i
Default QC Gain Default Default
Import from File... Import from Catalog...
Import Acquisition Conditions from FCS File...
oK Cancel

7/ Select the [Channels] tab

Enable and label channels you will be using.



EXampie: WI-K20L-A1

v| Backtlush |4

Acg. Setting | Channel

Compensation Matrix | Stopping Rules

Use

I e R A

Channel
B525-40
BG90-50
R&60-10
R712-25
R780-60
YG585-42
¥&E610-20
YGE20-50
YGE780-60

8/ select [stopping rules] tab

Set stopping criteria for event number, time, or volume

Acq. Setting | Channel

| Events to Record:

| Time to Record:

Volume to Record:

Compensation Matrff  Stopping Rules

10,000 Events

All Events v

600 sec
pL

9/ If happy with set up, click OK in bottom right

Can not get back to this screen. Will have to edit each option type separately.

sec

Custom Metadata
Label



10/
Samples will be generated.
They will be listed in the left [Tube] area.

The plate layout will be coloured according on the wells previously selected.

@ Slow ) Medium () Fast Dlate
() Custom . i E - @ E < |O1 '| | 96-well flat-bottom '| |§ “ H H H |_| .
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Tube - - - - - -
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O 01-ks62-C5 0 o — | = — | N - - - -
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The number in the bottom right of each well denotes the running order. You can remove the numbe
to prevent from auto running.

Setto empty set auto acq.

\settmgs j Remove from auto acq.
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You can set water and cleaning wells within the plate if required

Set as cleaning agent\ / set as water
JEF W W WU E®®
7

8 9 10 11 12 ‘
|

11/ Set plots, same method as in tube mode.



12/ Press [eject] to open plate tray

P FRun @ FRecord

L!} Standby | Backflus Y Eject

@  Auto Record 7 Acq. Setting...

13/ Load plate, ensure in place

14/ Click [Load 2 ] to close plate tray

15/ Select well to run (in left hand side list or plate window)

16/ Run sample

P FRun I. Rccordl o

L!} Standby % Backflush @ & Eject

(4] Auto Record /& Acq. Setting...

[Run] will run the selected well (no stopping criteria)
[Record] will record data for the selected well and stop baed on criteria

[Auto Record] will automatically record data for all the wells slated for auto run (if there is a number
in the bottom right of the well in the plate window).

17/ (no gains established)

After establishing gains, for remaining wells, set them as sample wells (step 5).

17/ (gains known)

Manually acquire or auto record remaining sample-wells



Plate clean program
1/ There is a plate for the daily clean under the flex: front-right.

Fill 3 wells with facsClean
Fill 3 wells with water

2/ Ensure “keep clear” area is clear.

3/ [Cytometer] > [daily clean]

Plate tray will open

4/ Load plate on plate-tray.

5/ Select correct plate type.

Daily Clean

Please choose cleaning agent and deionized w:
of cleaning agent or deionized water.

Plate Type:  96-well flat-bottom ~| | Set

12 3 4
P . e

6/ remove two water wells from plate layout

Select last two water wells, click [Set as empty well]

Daily Clean =

Please choose cleaning agent and deionized water wells separately and ensure such wells are filled with a minimum of 250 uL
of cleaning agent or deionized water.

Plate Type: | 96-well flat-bottom ~| | Set As Cleaning Agent Well | | Set As Deionized Water Well | Set As Empty Well
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Load Start

7/ Close plate tray by clicking the [Load] button



8/ Click [start].

If correct plate installed, click [OK]
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Confirm Y

o Please confirm that the correct plate is placed properly and press OK.

9/ When clean finished, eject plate-tray and remove plate.




