Preparing for Acquisition

la. Turn on FACScan with green power switch if not
al ready on (FACScan must be on before booting the MAC)

1b. Boot the MAC with the upper right keyboard key

University of lowa

Image Analysis Facility
racintosh Access Conrol

Flease enter your user I1D and
A. Enter User ID and hit tab button —|_password to access this Macintosh:

\

User I1D: (doe

(each investigator has a unique
User ID, DOE is an example)

Password: |seessssss

[Shutduwn] Help I|

C. Click on "OK" or hi% Finit, Copyright@ 1991 by Randy Frank
return

I
B. Enter password

2. Log on to server

Double click on FlowCyto

wh

w File Edit Uiew Label Special
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3. Enter User Name

(your user name, not the
inverstigators user name)

|:‘-' < Connect to the server
‘:':E MMEDICINE-SHAREZ" as:

4. Click on Password User name: | doe
box or hit tab and | Possword, ssssseey
-
enter password Domain:  [MEDICINE
—

5. Click on "OK"

6. Click here with mouse

ﬁ File Edit Uiew Label Special
] ———
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7. Hold down the SHIFT, CONTROL, and C keys

CELLQuest will start and five windows will appear that are used to
control the FACScan.

" @ File Edit Ogiemsier  Plots\ Gal SING Ealeh  Sguire

uniified
- \ \ \ Toaal Ewenin E—
— Evpls fThmeh pal [ Eesen |
Ebapaed Time- § —
Faaroe s Lasand
| Accopt_ - I-lll | dccum.. '-'I LR
[Codtect r J AN [ dcram_ r) ¥ wvnens
CN[E= ] o
[} Companration - | o FEE-H %
9 | - ooff[sne | ooeseew i
EE FLE I:I.I:IE] % rLl OFLi-8 i
A mz- oofsns | Ofes i
] +-
I ma- oofspe | OfEs {
—

o Dopw b AMgL
Porse Pziepips Tollsge
P Fa  [_EBE =] 100

Pz ol (L)
[ FLY (L)
P FLE (L)
(L)

Jecgut i i omiew

Fibs:
E‘Sﬂﬁ[k'lln I[ arafiard I[ Srve I[ Blarf




8. Go to File and Open

»

% File Edit Cytometer Plots Gates Stats

Acquire Windows

Untitled-1

9. Double click on appropriate

investigator folder

U

10. Double click on "FACScan"

(if the window does not appear
like this, then click on
"desktop” and then on the
investigator's folder then
follow step 9

11. Double click on
"Histogram Setups”

[= FlowCyto v |

[T Apicellam 4
i®m AshmanR
[T1Ballas?

[T Bickenbachd

[T BishopG

[T]BuettnerG

[T1Butlerd

— FlowCyto
Eject

Desktop

Cancel

U

\b

|22 AshmanR |

[T Current |7
[ Elite
=

— FlowCyto
Eject

Desktop

Cancel

U

|=I FACScan ¥ |

Bm Histogram Setups
[ Instrument Settings
[DOListmode Data Files

<

— FlowCyto
Eject

Desktop

Cancel
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12. Double click on

the appropriate setup ———— 3 [ff fitc/pi small

Histograms will appear in
your CELLQuest window

| Histogram Setups ¥ |
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13. Go to Cytometer and Instrument Settings

# File Edit Cytometer Plots Gates Stats Hcguire Windows
ggmg Untitled-1

\

Instrument Settings

TITT SOOI .
Parameter: F5C
Yalue: 52

Compensation:

FL1 - 8.8 X FLZ
FLZ - 8.8 X FL1
FLZ - 8.8 X FL3
FL3 - 8.8 X FL2

]

Displaying: Current Status /

{ Print... ] {Saue... ] {I]pen...:] { 5et ]

/ 14. Click on Open

\/ 15. Click in this box and go to FACScan
|'El Histogram 5Setups ‘Vl ‘/@ doe
57

Eject

Desktop

Cancel

<
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|22 Facscan v |

16. Double click onInstrument Settings

H sandler
[T Histogram Setups it
BE Instrument Settings -4
[JListmode Data Files UEs S
T
|Fj] Instrument Settings ‘Vl & doe
O Deschennes PI Fii Eject
O FITC PI for DNA CALOF Desktop

[0 Harvrey FITC HAM
O Harvey PBMC FITC
O PI for DNA Cancel
O PI for Diability

O PI for Diability/Lovig

ol

<l

17. Double click on the appropriate file

V

Instrument Settings

18. Click on Set to load the
|~ instrument settings

Cytometer Type: FACSCan

Detectors/Amps:

Param Detector Yoltoge Ampbain Node
Pl F5C EBB 1.33 Lin
P2 S55C 411 1.88 Lin
P3 FL1 53a 9._99 Log
P4 FLZ2 487 1.88 Log
PT FL3 528 1.88 Log
<0

Displaying: FITC PE PI

| Done || 17 19. Click on Done

[ Print... ] [Saue... ] [I]pen... ]

o

Set ]




20. Goto Acquire pull down menu and Acquisition & Storage

V

ﬁ File Edit Cytometer Plots Gates Staits Hoguire Windows

Eo

Untitled- 1 a0

V

Acquisition & Storage

21. Set the number of
events to be collected

1

Data Flow

in this box

CEREY, Acquigition Gate:
events.
FACScan
Collection Criteria: [ Ewent Count - |

Acquisition will stop when 10000]| of events are counted

i

and the gating
criteria for stopping 7

Storage Gate:
Data file will contain: events.

[
Resolution: FCS
* File

| 256 "'I [Parametersﬁau’ed...]

/( Data File

Cancel

22. Click on Parameters Saved box /

23. Click on parameters to be saved in

\ Parameters Saved to the Data File:
T 5 P1: FSC-H ] P6: FLZ-A
P1: FSC = forward scatter
_ [ P2:55C-H EIP?:FL2-%
P2: SSC = side scatter (orthogonal scatter)
P3: FL1 = FITC GI P3:FL1-H [C]ps:
P4: FL2 = PE (or PI) ] P4: FLZ-H (<] Time: Time
P5: FL3 = Pl or PE/CY5 tandem [ P5: FL3-H
P6: Pulse Area
o Pulse Wal
and Acquisition & Storage window [

listmode file

24. Click OK in Parameters Saved window




25. Goto Acquire pull down menu and Parameter Description

# File Edit Cytometer Plots

Acquire Windows

B

V

[I= Parameter Description

YWindow: Untitled-1
Folder: Macintosh HD__est Folder:
File Hame: 001

Sample I1D: |

Patient 1D: |

Comments:

[

<

B Panel:[ FITC PE PI

Tube: [_Tube #1 v

P1: [F5C |
P2: [3sC |
P3:  [FITC |
P4: |[PE |
P5: [Pl |
P6: | |
P72 | |
Pe: | |
Time: | |

K| K11 K1/ Kl KIEI{ K1/ I

A4

26. Click on Folder box



Choose a destination folder:

27. Goto FACScan here > |=:‘:TJ Instrument Settings "l & doe

[

fipat

<

(Select "Instrument Se..." ]

\4

Choose a destination folder:

|ﬁl FACScan YI # doe

O Histogram Setups £ gt
O Instrument Settings -

[0 Listmode Data Files Desktop

28. Double click on Listmode Data Files

]

(Select "Histogram Set..." |

4

Choose a destination folder:

|=1 Listmode Data Files ¥ | # doe

OO0 950105
O 950112

- 1

Eient

29. Click on New

O 950119

o 950120

D gﬁulz? .........................................

O 950131
[ Select "950105" ]

V



Mame of new folder:

30. Put today's date in the box (yymmadd)
example: March 23, 1995 => 950323

*NOTE*

g glontived foiger |

The Facility preferrs that the above method be used for folder naming.
If more than one person per lab is naming folders, the instrument
operator's initials can be added to the end of the folder name to
differentiate folders. If the above naming scheme is not used, it makes
it much more difficult to track files for archiving purposes.

31. Click on Create

4

Choose a destination folder:

|3 Listmode Data Files ¥ | & doe
1 950105
0 950112 =] L
3 950113
1 950119
1 950120
Y [ —
1 950131
1 950201

—pf  select "950105"

32. Click on Select box

\




V

SO=—— Parameter Description ———j
Window: Untitled-1

Folder: doe-FACScan..les:950323:
File Name: 950323.001 - 33. Click on File box

Sample 1D: |uuu can use these |
|

Patient 1D: |t'.rn boxes for descriptions

Comments:

|5

<

G Panel:[ FITC PE PI -

Tube:

P1: ||-'5[:
P2: [s5C
P3: [FITC
P4: [PE

P5: [PI
P6: |
P7: |
P8: |

KR KK KIKIKI Kl

Time: |

A4

File Name Editor

Custom Prefix: (I << 34. Put today's date in the box (yymmadd)

File Name Prefix: | Custom Prefix « | Example: March 23, 1995 => 950323

File Name Suffix: | File Count |

File Count: [1___ | @ 35. Change file count to 1 if it not already set

(oomest J (oK) || +—— 6. ciick ok




Cellguest defaults to setup mode so that instrument settings
can be adjusted without acquiring a data file.

Click on Acquire to make data show on the screen ‘ ‘

with a sample running on the instrument. \/
[Oiniimnnnnnnnmnies s Avauisition Contral (500
File:

Eﬁetup[ Pause U\Restart ][ Save ][ Abort ]

When you are satisfied with the

instrument settings click on Pause

U

File:

Click on Abort

File:

Click on the Setup box —®JSetup [ Resume | [ Restart | [ Save ][ Abort ]

You are now ready to

U

collect into a data file < =~ ——mM I —
\ Ij:::::::::::::::::::::::::::::::::::::: Acqu151t1-:-n Control i

File: sandler:Facscan:Listmod ___iles: 98081 4:980814.001
[]Setu Acquire ][ Restart ][ Save ][ Abort ]

Click on Acquire




