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LSRFortessa Operation Protocol

Make sure the following actions have been taken before running your samples.

+ Make sure that the waste tank is empty. If not get a prepared waste container
from the closet in the hallway (see page 16 for details)

+ Make sure that the FACS Flow container is fully filled (see page 16 for
details)

1. turn on the computer

% Login into Windows using User Name BDAdmin and password: BDIS#1$$.
2. Turn on the FACS Flow supply system
3. Turn on the main power switch of the cytometer (Green button right side)

< Please make sure that the green lights on both - instrument BD LSR-
Fortessa and FACS Flow system are actually "ON".

Wait 30 minutes for the lasers to warm up before run your samples

% Check Fluidics:
» Prime the System

Remove the water tube from the SIT port

Press Prime on the Cytometer

Wait until the red light is gone and repeat the prime function
Place the water tube back to'SIT port

» Check if the BD LSR Fortessa fluidic system is functioning properly:

Remove the tube with-MQ water from the sip (Sample Injection Port);

Push "RUN" and "High" fluidic control buttons;

Check if the buffer starts dripping from the sip:

o |If "yes" - please proceed to the step llb;

e _If"not" - please push the "Standby" button immediately and report the
problem to FCF Staff (see the notes on the end of the document).

» Check if the trap filter attached to the pressurized plastic tank is free of air
bubbles:

FCF-Berg

If bubbles are visible, gently tap the filter body with your fingers to dislodge
the bubbles and force them to the top.

Note: When removing air bubbles, do not vigorously shake, bend, or rattle
the sheath filter - you might damage it.

Direct the vent line into a beaker and press the small button at the end of
the vent fitting against the side of the beaker until a steady stream of fluid
empties from the filter.

Tilt the filter and verify that no trapped air remains in the filter.

Repeat steps 3 and 4 until no air is observed in the filter.
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Cytometer fluid line
(roller clamp not visible)

Vent fitting

Vent line

» Check the sheath line for air bubbles.
= Open the roller clamp at the fluidics interconnect (if necessary) to bleed off
any air in the line. Collect any excess fluid in a waste container.
= Close the roller clamp

4. Log into PPMS using your User Name and password

5. Launching the BD FACS DIVA Software
+ Log in FACS DIVA software with your personal login name and password.

OBD 4 —

User Name: &  Ussr Hame

Password: 7 XOOOOOORE

l

« Always click “Use CST Settings” when pop-up message as below appears.

The settings From 5T are different from those on the cytometer,
Dy ol weant bo wse the C5T valuss?

i)

| Detais>> | [ UseCSTSettings || Keep Current Settings |

1! Pont show bhis message again For current kogin sesslnrt
Remember rry decisiony, i
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6. Creating and working with experiments in BD FACS DIVA Software

% Browser toolbar  click New Experiment & rename the experiment if necessary

or import an old one and duplicate without data.

o Import an old Experiment: File or right click --- import --- Experiment --- choose your
experiment in your Folder and go to import, open your old experiment --- right click
and choose duplicate without data

[¥ Browser

GfEle rie § | -

| [Mew Experiment |

' Mame
& Training

‘.l
[E % Shared View

% Select New Specimen expand the to show Tube 001. Highlight
the tube with the Tube Pointer.

= dal Experiment_001

Y Brinwser - Experiment_001 P )
i = Cytomeber Settings = LL] Experiment_01
(] Gobal woekshests ¥ Cytometer Settings
L [EA Global Shest1 5} Global Workshests
- - ﬂ <, Specmen_001 - B Global sheet1

- & Training =]
= L Experiment_001 ﬂ

._-" Cytomeber Settings
= d (Fiobal Workshests
~[E& Global Sheet
=] .:-;. Shared Yiew

+ Right click on Specimen_001 > Rename if necessary; Right click on Tube _001 >

if necessary.
3, 0Cleaning : -5 Dlesning
=] Li_l Experiment_D01 1029715 11:02:47 M 5] Experiment_001 10729715 110247 A
: ¥ Cytometer Settings 15 Cytomster Settings
& Global Worksheets =R Gobal Worksheets
S [ lobal Sheat1

EP.] = 1

A { ¥ cut Chrl+x
- ] ] i |
15 Sharel B aiec B 13 Sl : Cule
Copy f I3 copy Chris
B : 8
Fast th Data Delete Dedete:
Delete Delete 1 ‘ Bpedy Analyss Template. ..
Ctri+D | -

Batch Analysis, .. m - ]
= r Duphcate Without Data Chrl+D
U Mew Tube. .. Chrl+T e 1
:4 New Cybometer Settings 14 Naw Cybometer Settings
Impart Cytometer Settings | mport Cytomneker Sattings .
Export ] Export »

« Click the New Tube bottom to create new tubes. Rename them if necessary.
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% Select Cytometer Settings > Parameters > Delete unnecessary parameters on
the Inspector Window.

4 lorle o oo
Pt

Inspector - Cytometer Settings

r T = 2 ]
Cytomeber Seklings Cytometer Settings |

Parameters | Brveshold | Ratio | Compensetion|

L
g L

/2 Global Sheetl Parameter Vokage  log | A H W
- . FSC 24 GEECENEN=E |
® 55C 592 (] [ill] |
S ez E1 010 |
"= 536 | B | & | B | O
an e
* PE-CyF S04 [+ = (] F |
- AR s48 OO
" APC-CyT 507 = El &
S — |
~
I

il | Delete ]

Print

% FSC (measure Cell Size) and SSC (measure Cell Granularity) are a MUST for all
kind of analysis and they should be kept in linear scale. Please check ‘Area,
‘H’eight and the ‘W’idth of FSC and SSC. ‘Log’ and ‘A’rea boxes should be
checked for fluorescence channels except for cell cycle and/or DNA
analysis.

Cyhameter Sektings |

Parameters | Threshold || Ratio | Compensation|

Parameter

e 55C
e FITC

* ARC

« Choose Experiment > Experiment Layout and define labels for each
parameter.

= Select the column of fluorescence channel and enter a label in the
Quick Entry

= Label field

(S Copulations  Workshest (O ¥ Experiment Layout

:New Exp:r:ment. B E:::S m Keywords || .ﬁ.cquisition|
%‘ Mew Specimen. ., Chrl+M Cuick Entry
r Pew Tube.,, Chrl+T R
54' Mew Cybometer Settings Hame
Imnpoart Cykbometer Settings
@' Mew Global Worksheet... : -~ { Unstain
(24 Mews Plate. . Chrl+Y . T FrTC
F{ ©pen Experiment ChEl+D LSR Fort . ave 4
Experiment Lay - Tl Percp
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% Select Dot Plot or Histogram move the cursor onto the blank worksheet.

B2 Global Worksheet - Global Sheet1 = Global Worksheet - Global Sheet1

i anE T B o® ki8lA®2MEme &8
B SE REPALLHEE G

[ Global sheet1 | [Dot Piot]

Specimen_001-Tube_001

Count
37

B Global Worksheet - Global Sheet1

IIlI|[1II|IIlI|‘1II!II1I|
A0 100 150 00 250
FEC-A 0 10000
ot o

|| h".-"._"._".-..._".—"..—-".

R/

+ Right click on a plot > Duplicate to create another plot of the same type.

&l Global Worksheet - Global Sheet1

B ot KBLALLas ¢ % B b
[l obal st

=, 1
Specimen_001-Tube_001
e
853
-
H Shaw Populstion Hierarchy  Qtrb-G
1 Create Statistics View CirkR
g E_: Show Popuiations »
08,7 Seale ko Population »
==
7 Show Gabe »
o Ering to Fronk »
1 Send to Back. »
15512, 21060
¥ Cub Chrkex
I copy ke
Delete Delete

+ Select each individual axis, and choose from a list of offered parameters the
preferred one.

£ DEDECII‘TIEH O01-Tube_001
g =]
s FSC-A |
A .
4 Fscw |
3 SEC-A
E £ sscH
ga 4 sscw
ol =9 FITC-A
—d FITcH
4 eEa
I ren
1 arca
4 arcH
Tie II'|IIII|IIII|III-I|I
——r— 100 150 200 35D

FSC-A e 1.000)
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R/

< Below shows a template of plots used in routine analysis.

B ot B ALLAS @ TEHEME N \NE |2 2w % $
(5% Global Sheet1 |
i Global Sheetl ion Global Sheet! =z Global Sheetl
k=3 %; = ﬁ-; = §-;
xs: se] ¢
3] (] E [ ] B
2 Dot Plot Dg Dot Plot Za] Dot Plot
-|||||||||||'|||||l1||||||| -|||||||Illlllllilllllllll -|||||I|||I|ll||||||II"'I
50 100 150 200 280 s0 100 150 200 250 50 100 150 200 250
FSC-A  (x1.000) FSC-H  (x1.000) §5C-H @ 1.000)
- Glabal Sheetl - Global Sheett - Global Sheetl
o
E ] £ £
= . a 3
S ] Histogram o Histogram o Histogram
o
w? o' 1wt 1n® 10 w? 10 10 10° 0’ 0t 10*
FITC-A PE-A APC-A
Global Sheetl Global Sheetl Global Sheett
Lr] ﬁﬁ ‘ﬂﬂ
-+ *Cl d‘a
L b b
L &) O
o
= Dot Plot %% Dot Plot <% Dot Plot
w* e ot w® vt ' ot w0d
PE-A FITC-A
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0:0
| ]
statistics view
= > Edit Statistics View
4 Global sheet |
i aSpecimen D%1—Tube 001 '_”:S ec
§ & g
At =g
<2 =3
[& T A
=R = Ea
|l|l5|l|l|llll|!llll llt.l Iﬂ.

Sﬁow Pnpt-llations
Scale to Population

* v v v

Bring to Front

unt

Tube: Tuhe_001
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Right click on the plot > Show Population Hierarchy
Right click on the plot > Create Statistics View & right click on the

[ Global shest |

SSC-A (1000
P P P T

o

pecimen CIE1 -Tube_ 001 b

Specimen_001-Tube

Bring to Front 3

Version 1

Population #Events %Parent %Total
M 21 Events 0 e e
3 ¥ Tl
Experiment Mame: Experiment_001
Specimen Mame:  Specimen_001
Tube Mame: Tube_001
Record Date:
L5OP: Edit Skatistics Wiew. ..
GUID: ExpOrt SCacscs, .,

FSi-A T To e Rt Chrle
Population #Events %Parent Mean e % Copy Ol
W = Events 1] s e ¥ Dolete Delete
« Select Statistics tab >tick mean of FSC-A and FSC-H > tick the mean of

the ‘A’rea of€he parameters > click OK

Edit Statistics View

(roader ”

Parameters

O
O
O
O
O
[
[
O

=
=
o
b3
o
@
&
=
=
T
o
o
L
o
o
o
Ead
bl
2]
=
o
2
o

= |O|0|0|00|0O0|0m|0O|0O|:

FSC-A
FSC-H
FSC-w
5SC-A
55C-H
S5C-W
FITC-A
PE-A
APC-A

Time

| o o o

o O0O0OO0oooOooos o

°|O0OOOoooOooos o

=|0ojooooooo|o
s |Oo|ooooooo|o
=|0ojoooooooo
~O0oDooooooo|
- Doooooonoo
=|0onooooonoo

Decimal Places

(%) Sort by Parameter () Sort by Formula

[ Display Range | Linear Scale (0-10,00 |

Lo o]
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7. Procedures for sample acquisition
« Press “RUN” and “LO” on fluid control panel.

< Gently tab the tube to mix your sample & put your sample tube on SIP
(Sample injection port) & Run the unstained/negative control sample
before other sample tubes.

¢ Do not run the machine without putting a tube filled with fluidics on SIP

+» Acquisition Dashboard> Acquire Data
« NOTE: The sample is measured the whole time being on the SIP!

[TE Acquisition Dashboard
Current Activity
Active Tubedtiell Thregshold Rate Stopping Gate Events Elapsed Time
| Tube_001 10 evtis 0 evt 00:00:00
Basic Controls
Acquisition Setup
Stopping Gate: | EECS v |Events Ta Record: 10000 evt | Stopping Time (sec):
Skorage Gake: .AI_-Events v.Everts To Display: [ 100(3 e.vt v

+« ldentify the population of interest by adjusting the voltage of FSC and
SSC on Parameters

*

+ Press Restart to accelerate the changes.

Cytometer - FA

-

- =

« FITC i O

» PE 0 |:| -

- PeICP Cy5-5 [ 0 O

© PE-Cy7 O O

. APC 712 -0 (] O

. APC-Cy7 ss5 =] O O

{l# Acquisition Dashboard
Current Activity
Active Tubeivell Threshold Rate Stopping Gate Events Elapsed Time
[ Tube_001 |4 evtis 0 evt 00:00:03
Basic Controls
o[ Mext Tube H [ stop Acquiring B Record Data . (@ Restart ‘l

Aciuisition Setup
Stopping Gate: W aEvens v | Events To Record: [ 1000ewt ¥ Stopping Time (sec):
Storage Gate: [ T | | Events To Display: [ 1000 £t [
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% Cytometer > Laser & Adjust the FSC Area Scaling until the mean of FSC-
A and FSC-H are APPROXIMATELY THE SAME.

% Return to Parameters tab and finely re-adjust voltage of FSC and SSC.

Cytometer - FACSCantoll (V9610140%5) |

Status  Parameters | Threshofli| Laser |frompensation Ratia|

E™ | Measursd  Reference _
Bl Laser Currert 1,26 1.28

Blue Laser Power 20,20| 20,19

\Red Lassr Power 17,10| 18,00

: Mame Delay Ares Scalng

e | 009 140

Red 31.39| 1.28

% Adjust voltage of each of the fluorescent channels.if necessary

Parameter Viokags Lag A
f | &00 |
i !526 -& |
ok 395 O
n g iy = 400 1
‘ 55 g |
' s d koo
4 'Ma I - .
o

% Click Stop Acquiring on Acquisition Dashboard and replace your sample with
DI H20.

% Repeat above steps with the positive control sample tubes. Adjust the
voltage of corresponding channels if their signal peaks are outside the limit

of the histograms (Off-Scale).
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8. Creating Gates

LSR Fortessa Operation Protocol

Version 1

% Set the current tube pointer to the following tube and use Polygon Gate
to gate the target cells.

e AL oA €5
X

Autopolygon

Snap to

Polygon

Rectangle

Quadrant Interval

% Gate the cells of interest according to the following sequence by.using:

Create a polygon gate
(P1) to gate the main
population on the FSC-A
vs SSC-A dot plot

gpecimen a01-Unstain

Highlight P1
“Population

opulation in
ierarchy’

Create a polygon gate
(P2) around the singlet
event on the FSC-H vs
FSC-W dot plot

Tube: Unstain

#Events %Parent %Total
R 1000

Fopulation
Il Al Events 2,298
P

T I TTr 11 I TTIT1T I TTTIT I TTTT I T
50 100 150 OO 280
Foia e 1,000%

Highlight P3 population
under P2

Tube: Unstain

Population #Events %Parent %Total
W 4l Events 2,298 e 1000
Ll 606 264 264

- Er2 573 946 249

Tube: Tube_001

<

Create a polygon gate
(P2) -around the singlet
event on the SSC-H vs
SSC-W<dot plot

@pecimen a01-Unstain

- P

S0 100 150  Z00 250
e 1,00070

S5C-H

Population #Events ®Parent %Total
W 2 Events 0 e E
e 0 #EE B
Wr: 0 e E
= 0 e e

L B 1] R

Ors 1] fos s I

M rs 0 e e

FCF-Berg

LSR Fortessa Operation Protocol

TTTT[TTTT[TITT[TTTT[TTTT[T
S0 100 150 ped 1] 250

FSC-H x 1.000)

(181623, -1430)

(o

Tuhe: Unstain

Population #Ewents %Parent %Total
W 4l Events 2298 e 1000
~- P 606 264 264

Highlight P2 population
un%ergP1

10
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% To define fluorescence positive signal, interval gate (P4, P5,...) beyond

negative peak of fluorescent channels in histogram plot of unstained

samples can be created. For over

multiple fluorescence channels,

quadrant gate could be created to define single/double positive signals

Count

(Q1; Q2; Q3; Q4....).
e ————————
Specimen_001-Unstain Specimen_001-Unstain Specimen_001-Lnstain
=] 3 o
] Lo -
] RAE <
7 = N
- ps S = a B & 0z
] [ o =
-5 o
] s} h =2
] 3 5 a4
. o]
E 'II"IIIIIIIII' TTT IIIII TT |||II‘ T ||||II‘ T
TT T TTTTIT T T T T T ||||| TT IIIIII TT ||||I1 T v
2 = o ! 10® 10 10* 10° IH_I% o 10f w? ot e®
- 33 PE-A FITC-2 FITC-A

* Note that P17 is the children of All Events and the parent of P2 population; P2

population is the children of P71 population and the parent of P3 population and the

grandparent of P4, P5, and P6 populations. Thus, on the hierarchy table, users

should highlight the P71 population when a gate for P2 population is drawn, the P2

population when a gate for P3 population is drawn, and the P3 population when

gates for P4, P5, and P6 populations are drawn.

Tube: Tube_001
Papulatian #Events %Parent %Total
W &l Events 0w aw
Wer 0 HEE AR
Er2 [
Hrs 0 e R
Era [
Eers 0w meee
Hrs 0 R R
000 B0 M0 2% 5 100 %0 W0 150 50 W00 1% 00 %0 Experiment Name: Experiment_004
FSC-A (x 1.000) FEC-H © 1.000) S5C-H (e 1.000) Specimen Mame:  Specimen_001
Tube Narme! Tube_001
Specimen_001-Tube_001 Specimen_001-Tube_001 Specimen 001-Tube 001 | | mapora Date: -
$OF:
5 . " GUID:
i FSC-A  FSC-H SSC-A FMC-A  PEA APC-A
5_ P4 ‘g_ b E_ e Population #Events  %Parent Mean Mean Mean Mean Mean Mean
& a3 a W 2o Evente 0 #Esr  sEr FER fRRR FHE MR R
Br 0w AN FREE BN RS MR B
He: 0 @k #WE RRR BRE FRR R W
| L& 0 #EE R R BE RER BEE TR
Er4 I . R
CPRELLL s Ty T T T T T
- - . S P S i Sl Ers 0 #eer  sree RSy SRR e resr mere
PE-A APC-A Dre I R
Specimen_001-Tube_001 Specimen_001-Tube_001
ey o
‘ﬂ: ¢=
<=1 €=
< 9 &
2] %o,
ﬂs_i LS
-IIII1 LLLLLL. PRALLLLL RLEELLL. Pl
wowt owt W wt o ow® ot wf
FITC-A PE-A
FCF-Berg LSR Fortessa Operation Protocol 11




FCF-Berg LSR Fortessa Operation Protocol Version 1

9. Recording data for all samples

% Gently tab the tube to mix your sample then put your sample tube on SIP.
Run the unstained sample before other sample tubes.

% Press “RUN” and “LOW?” on fluid control panel.
+ Before you start recording, wait a short time until the number of cells per

second (Threshold/Rate) is stable
* Acquisition Dashboard > Acquire data > Record data

Cugrent Adivity

Aclive Tubaitall Tereshold Rala Fapging Oade Everds Clagand Time
[l Tube 001 0 eviis 0 evt 00:00:00

fase Cantroly

o Mt Tube I| B 2oquireDats I B record Dt [ ]

I B’

ACgUEsition Satup

gy Gate W M Everis w Everts ToRecard: L0000 st | Shopang Tims (s

Sowage Gabe: | Bl w | Everds To Deiplay: 108D vt -

+ Please pay attention to the sample tube to make sure it will not run dry!

+ Click “Stop Acquiring” to stop acquire the/'data if necessary then unload your
sample.

% Repeat above steps for each sample.

10. Machine Cleaning
Cleaning procedure between each'user is required.
+ Prepare 2.5 ml of each cleaning solution (FACS Clean, FACS Rinse, Milli-
Q H20).
+ Press “RUN” and “HIGH” on fluid control panel.
+ Install a tube of FACS Clean solution on the SIP and allow the cleaning
solution to-run for 10 minutes with the sample flow rate set to HIGH.
% Repeat step with BD™ FACSRIinse solution and with Milli-Q H20.
+ Push "Standby" button and leave tube with 1 ml of MQ Water on the SIP.
Note: Please be sure in all the cases not to exceed the maximum allowed volume
of 2.5 ml in the tube.
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11. Export FCS Data / Experiment

% To save Experiment, right click on your created/measured Experiment >
Export > Experiment >
Browse to choose the destination folder.
For external saving: D; Export Userprfile; Groupe and your Folder
For internal saving: Q; IM; FCF_Berg; FACS; Arbeitsgruppen:;...

-4 0Cleaning
{8 Experiment_001 4729/15 3:44:41 PM . T
@ [ 20150514 5/14/15 4:26:44 P El Export Experiments
6,!'15,\'154.\_".'(!1 PM [[] Delete experiments after export]
Cirl+x
ag @c ChrleC () Directory Export () Zip File Export.
84 Qe ; .
84 : Directory: | Dy\USERYAnatomy|Emily Panglftoday
BEE  petete Delste | 6/23/15 1:30:58PM ‘ e
a) Share Rename = e
Dughcate Without Data Clrl+D 20150616 6f16/15 4:09:01 PM A
Clase Experiment Clrl+w
Batch Anslysis. .
[ Mew Global Workshest | |
% Mew Specimen... Ctrl+ ==
(Pt o J[Ccael ]
Import Cytometer Settings
‘Share Experiment

FC5 files....

+ Create a new folder and rename, then click Export > OK

¥ Export 3] ¥ Export Experiments
Lockin: | () today v FoEE
L\:‘) SR [] Delste experimants sfter export
My Rece (&) Directory Export () Zip File Export
@ Ll \USER Anatomy|Enily Pangitoday _Browse... |
D | Experiment Date i
‘ 20150616 6/16/15 4:09:01 PM |
My D;{nerrs |
My Computer W
BV .
e [ L I (o] concd ]

« To save FCS files, right click on Experiment > Export > FCS Files

=] %, Spedimen_001 U o g |
[ Copy CurkC
a, "
e Wy raka

Delete Delste

| anply Panel Analysis. .,
Renams
Cuplicate Withowt Data QrHD

[ Babcl:l.hndysis... |
B Wew Tute.., T

SE Mew Cytometer Settings
=

el

Panel Template. .. I

< Select FCS 3.0 > OK > Browse to choose destination folder

K/

+ For external saving: D; Userprofile; Group and your Folder
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% For internal saving: Q; IM; FCF_Berg; FACS; Arbeitsgruppen:;...

¥ Export FCS Files

Gated Events

|MEvents v

Fie Version

(FCs2.0 (BFCS30

P armetes Parametes Type
FSC-A @ © Nore &
= T Directory Path
FSC-H @ Linear ) Nane

I P urents and SettingsiAdministrator|Desktopluse BrOWsE ..,
FSCW (@) Linear ) Mone Srnlicebinll bl i el by |,
55C-A ( ) Mane
save | [ petats>> ][ cancel |
S5C-H O None
SSC-W Lineas ) None
FITC-# (&) Line: () None
FITCH (&) Linesr o (O None
PE-A @ Linear O Mone
PE-H (@) Linear CxMane
APCA (@) Linear ) Nane
APC-H @) Lnear G >
ok |M Cancel

% Create a new folder and rename > Choose Directory and save the file.

) Export FCS X
‘ 3 apE=

(3 Pathalogy

3 (3 SCRMC

5 e (e o]
My Network =

Pices | FESofbyps:  Directonies ~ Cancel

“ Duplicate the experiment if needed again:
o Select the experiment; right click and select dublicate without data.
This retains the mask, the labeled samples and the stored cytometer
settings
o _~Itiis not allowed to store more that 3 experiments without data

K/

+ Mandatory: Delete the measured experiment after having FCS data /
experiment exported.

K/

+ Mandatory: remove your data (within 7 days) from the hardcopy drive D
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12. Log Out
To log out of FACS DIVA software, go to File > Logout

dit  Wiew Expsriment

g Save Crl+5
i Page Setup...

i Frink Presvies, .,

- Prink... Crl+P

T Saveas POF.,
Administration,..

User Tracking Log. .,

Impart ]
Export ]

e Log Out PPMS or shut down the Computer

13. Shut down

++ Before you leave please be sure to switch the instrument off.if required. Policy of
keeping instruments "ON" or "OFF" depends on the time of the day:

During the daytime, we keep the analyzers "ON" except there is a
gap between users longer than 3 hours;

If you finish your BD LSR-Fortessa experiment after 6 pm on the
weekday or any time on the weekend and if the next person is not
physically present at the site we request to switch "OFF" the BD LSR
Fortessa and FACS Flow system.

% Please be sure to logoff Windows and shutdown the computer before you leave
FCF Berg to avoid unnecessary charges.

14. Sign in the labbook (next to the computer) for documentation

Note: Please report all the problems/concerns to FCF Berg Staff:

During business hours — get to Room 581 and tell the FCF Berg staff member.

After hours — e-mail to fcf-berg@med.uni-tuebingen.de; leave a note about the
problem on the instrument's keyboard; proceed on step 9b from the above list.

FCF-Berg
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< Empty Waste Tank Procedures (during measurement)

FCF-Berg

Make sure the flow cytometer is in Standby mode.
g;lfmln \ ‘Espj,fnl_in [ W :

- @ @ Samipleflow rate

@D ot | Fluid control

Sample injection | | Flow stops

Remove the lid from the waste tank

Get a prepared waste container from the closet in the hallway
Place the lid back to the waste tank.

press restart on the FACS Flow supply system

press PRIME on the cytometer

Refill Flow Container Procedures (during measurement)

If the Alarm sound can be heard on the cart, the alarm must be switched
off. To do this, press the button at the bottom of the alarm display on the
cart car.

Make sure the flow cytometer is in Standby-mode (see above).

Open the lid of the flow container

Replace by a new flow container

Close the lid

press restart on the FACS Flow supply system

permanently press PRIME (Pump 1 Fill) on the FACS Flow supply system
until the light goes out

press PRIME on the cytometer
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