ll..-'—"|
CELLQUEST

CellQuest
CellQuest
Quadrant

Region Gate
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1CELLQuest

11
CELLQuest
CELL Quest
CELLQuest
IBM-PC

123, SigmaPlot,
111 (Acquisition)
112 (Analysis)

Marker ( ) CellQuest
113 (Acquisition> Analysis)

CellQuest

Becton Dickinson Immunocytometry System

CELLQuest
CELLQuest

Macintosh
EXCEL, PowerPoint, Lotus

Region ()

Region, Marker



13.

Region, Marker
1
2.
3 3 3
4.
5.
6.
7. marker Marker
8. marker
0.
10.
11. region
12. region
region
13. region region
14, region:
15.
16.
17.
1.3 CellQuest
1.3.1 FCSlist mode
FCS2.0
4 10,000
45kb 1024 ? 85kb
1.3.2 CellQuest
region gate (statistics) markers
CellQuest File
Saveas Microsoft Word)

Becton Dickinson Immunocytometry System
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Acquisition Control

256

EF

[=r B T

E@%
P

hol 15
Y |

11

1

a -4
Leirie)

o}

== P
—h

M

affr-a
1

—h
AL}
-
i
Al
1
+
=y
il

15|~ A®

Data 0ol

Setup |
2000-10000

?

AC Acquire

New Open Close Save



°

°

region gate statistics

° 3 3

]

1.3.3 Instr Setting Your Settingl

Detector, Threshold, Compensation

Ca R
1.3.4 Statistic Gy mntigtats
Quadrant Stats  or Region Stats or Gate Stats
1.4 CellQuest
CellQuest Cytometer CellQuest 3
FSC SSC FSC region FLL/FL2/FL3
CD8FITC CD19 PE CD3
PerCP
?
0-255 0-1023
141 (Detector)
: Detectors £ dmps (3
Param Detector Yoltage Amp Gain Mode
(PMTS) P Fse .00}
FSC 2 FSC P2 55C 350 1_uu
' P3 FL1 600 1_uu
FSC P4  FL2 550 l.l]l]
PS FL3 650 1.uu Lin |2
E00 1 (1) P6  FLZ2-A 1.00 ¢ Lin
EO1 10 (10 P?  FLZ2-W 100[f| Lin
E02 100 (10%) SO THEN
E03 1000 (10%) [ Four Color DDM Param: [FLZ | =
E-1 0.1 (10h
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(PMTs) SSC FL1 FL2 FL3, ? PMTs
150-999 -

Amp Gain
FSC SSC FL1 FL2 FL3
Lin ( ) 1 999 -
Log( )

142 Threshold Primary Secondary
Yalue: Param: Param:

52 @) FSC-H

52 () SSC-H () SSC-H
52 (JFL1-H (O FL1-H
52 (3 FLZ-H (O FL2-H

(FSC SSC FL1 FL2 FL3)

FSC DNA FL2
- 52 (3 FL3-H (QFL3-H
52 (3 FL4-H
i Mone
143 Compensation
2 3 2
FITC
FL1 FL2 PE [ i Compensation 2250ET
FL2 FL1  FL3 FL1 - u_ux FL2
FLZ - u.u % FL1
FLZ - u_u % FL3
FL1 FL2 FL1 FL2
FL3 - u_u % FLZ
FL2  FL1 FL2 FL1 Y
FLo FL3 FLo fla FL3 - i;.i;;_;i; % FL4
FL3  FL2 FL3 FL2 ool
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Status i

144 Status Test Pulses:

Status: Standby
Laser Power: 5.15

Cytometer Laser Current: 3.78 Amjgs
Sample Yoltage: 10.23
Sheath Fluid: DK
Waste Tank: OK
FACSCalibur Status FSC FSC ?
ALL ? OFF
Not Ready
Ready SIP ( ) RUN
Standby Standby Run SIP (
) Standby
mw RUN ? 15mw Standby ? 4 6mW

OK

OK
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1.5 CellQuest

el

S3CH

10 400 150 200 20
FarH

G 1 I:.'lI:I“Iy:I:IE;l!ID 250
FemH
Active View Selected Yiew
151 Activated
15.2 Selected
2 Shift
Edit
153 Deselected

Becton Dickinson Immunocytometry System

Deselected Yiew

select all



2. FACSCalibur
> CellQuest
> FSC SSC FSC
>
> FL1 FL2 FL3
>
2.1
?
1 Autofluorescence Control
2 1gG1-FITC/IgG1-PE/IgG1-PerCP
3 CDS8FITC [a] unditied [=]=]
4 CD19-PE ] w5
5 CD3-PerCP L
M,
L =4
BE
2 CellQuest? (It
==
TRE
3.
4. g
O ale]
5.
Dot Plot

Select File_..

Plot Source: |* Analysis

Acquisition
Acquisition -> Analysi:

File:
X Parameter:
Y Parameter:
Gate: (RoGate %)

L1
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Acquisition ( )

Y FSC-H 1024 SSC-H 1024

6. Plot source ( )

7.

8. ? Multicolor Gating.
?

0. oK FSC/SSC

10.  Acquire

Acquisition Control

Connect to Cytometer

Windows Help

Acquisition & Storage
Parameter Description
Custom Keywords
Counters

Edit Reagent List...
Edit Panels...

Nuantiluest

Connect to Cytometer

it i fcquizsition Control | Sort SEtl.ll.'l
File:
[ Setup | Acquire | | Restart | | Save | 1 ﬁhnri_J
11. Cytometer Detectors/Amps Detectors/Amps
12. Cytometer Threshold Threshold
Cytometer QDR [

Detectors/Amps
Threshold
Compensation
Status

Instrument Setting!

Sort Counters

Time-Delay Calibrat

Param Detector Yoltage Amp Ga

P1 Fs¢ [(Eoo_ (2] 1. un

P2 ssc 350 [} I_I]l] ‘

P3 FL1 600D 1.00 E

P4  FLZ 550 1.00 E

Ps FL3 650 1.uu

P6  FLZ-A 1.uu Lin
P?  FLZ2-W 1.uu Lin
Py F14 0 B0 j (Lin 3]
[ Four Color DDM Param: [FLZ | 2

52' @) FSC-H
52' (7} 5SC-H
52 (3 FL1-H
52 () FL2-H
52 () FL3-H

52

Primary Secondary
Yalue: Param: Param:

{3 55C-H
{3 FL1-H
{3 FL2Z-H
{3 FL3-H
{3 FL4-H
) Mone
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2.2 FACSComp

1 Cytometer =————— Instrument Settings
Instrument Setti ngs Cytometer Type: FACSCalibur =
Detectors /Amps:
Param Detector Yoltage AmpGain Hode
P1 F5C EB&8 1.88 Log
P2 S5C 158 1.88 Log
2 Open P3 FL1 158 1.88 Log
P4 FLZ 158 1.88 Log .
P3 FL3 158 1.88 L -
Mac HD /BD P6 FL1-A 1.88 L?g =
4|

Files /Instrument Setting
Files /CdibFile

Displaying: Current Status

| Revert

Open (print. | [ save. | [open. | | set |
3. Set Done
2.3 FSC/SSC FSC
FSC/SSC FSC SSC ?
FSC ?
1 RUN Acquizition Contral
File:
b setup [(Restart | [ Save ][ abort
2. Acquisition Control
Acquire Setup
3. FSC/SSC? Lin FSC EOO FSC (Amp Gain)
SSC (Voltage) FSC (Threshold)
4. 1 FSC 2 FSC 3 SSC 4
g Acguistion Dot Plat : g Acquigition Dat Plot i
=161 =1E 2 -
72 757
o o
55 ] LR
tx] 5}) . & -
0 200 4D GO0 &0 1d0o 0 200 400 600 &00 1000
FSCH FsC-H
= Acguisition Dot Plot S Acouistion Dot Plot
=16 3 C S1E 4 -
3 § 7 3 § E
o e -
0 200 400 600 800 1000 0 z00 400 GO0 800 1000
FSCH FSCH
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2.4 Region

L Region T =y
2. FSCISSC — f‘+ =]
i =
Region Region R1 o
. T2
Region 7o ]
HE]
3. Acquisition Control o]
Pause =]
T 2o a0 b abo i0w
FECH
25 FL1 FL2 FL3
FL1/2/3
1
2 X FL1-H 1024 Y FL2-H 1024
3 G1=R1 M,
4, OK FL1/FL2 p=
5. FL1/FL2 FSC/SSC
6. FL3/FL2 Gl=R1 g faiee O Lmnaphs
7. FL1/FL2
/ =
[1e1]
8. FLL/FL2 Marker 100 FE
0. Stats Quadrant Stats s %
10. FL3/FL2 7-9 :: *
11. 2 0¥ 1o’ (iR n
el = Gaied D Lyinples
12. Acquisition Control Restart §:
13. FL1 FL2 Detector/Amps &
=)
FE
14, FL3 Detector/Amps E
15. Acquisition Control Pause i I e
16. 2 ; .
0° 10 o? ot
17. Detector/Amps ~ Threshold B,
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FL3-%FL2 FL2-%FL3

2.6

FL2-%FL1 FL1-%FL2

[d 350 Compensation 335030
FLI1 - n_n % FL2
1 Cytometer Compensation FLZ - 3.5_3 % FL1
2 CD8-FITC FLZ - u.u % FL3
3 Acquisition Control Restart FL3 - u.u % FL2
4 FL2-%FL1 FITC+ FL1/FL2 FL3 - % FL4
FL4 - % FL3
- Acquistion Dot F‘Il:_lt = Acouisition Dot Plot - Acouisition Dot Plot
. Fn . 1 F-F =3 T
o o
=3 =i
w w ]
Sy =N
T oy Ty
8 g
, S
Wl ol e B T T R R 1® R R SR
CDE FITS C0E FITS COR FITe
5 CD19-PE
6 Acquisition Control Pause Restart
7 FL1-%FL2 PE+ FL1/FL2
- A cguistion Dot qut - Acquisition Dot Plat - Acouisition Dot Plot
- E S - HAS T M5
L
ey
o oo
z2
L)
2
wd ol gl R R FR R TR % R FER
CD3 FITC CDE FITC CDE FITC
8 FL3-%FL2 PE+ FL3/FL2
- .&.cquisﬁon Dot PID_’[ - Acquigition Dot Plot - Acouizition Dat Plot
. 1R - Ll F -] = ¥
Lw w w
n-N ;'C\ID E g"*\lﬁ =
o a7
= o
R '_ w1 I e o
FL3 FL2
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9 CD3-PerCP [0 i85 Comnpensation (30[ET
10 FL2-%FL3 ? 0.0% FL1 - 0_33 FL2
1 Compensation FLZ - 36_3 % FL1
12 Acquisition Control Pause Abort FLZ - u_u % FL3
13 Standby FL3 - 22.6 % FLZ
14 3 FL3- 530 %FL4
FL4 - §;§;@ % FL3
3
> Acqui sitionStorage
>
>
>
> Acquire
Acquisition & Storage
IgG1-FITC/ |gG1-PE/CD45-PerCP Parameter Destription
CD3-FITC/CD4-PE/CD45-PerCP Ezz:’t’;rfeul”"r“
CD3-FITC/CD8-PE/CD45-PerCP Edit Reagent List...
Edit Panels...
31 Acquisition & Storage OuantiQuest
Disconnect from Cytom
1 Acquire Acquisition & Storage

Acquisition & Storage
Acquisition & Storage
Acquisition Gate

Accept All

Collection Criteria

10000 of
All 10000
10000
10000 of G1=R1 10000

R1

Data Flow

ooooo 1 Acquisition Gate:
FACSCalibur [Accept ] [an 2] events.
Collection Criteria: [Event Count |

Acquisition will stop when 10000( of (A1l | 3 |events are counted

3
Storage Gate:
Data file will contain: events.

Resolution:

1024 = I Parameters Saved_..l

.
- o]

Data File

Becton Dickinson Immunocytometry System
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4, Storage Gate All
5. Resolution 1024
6. Parameter Saved
7. Datafile FSCH SSC-H FL1-H FL2-H FL3H
Parameters Saved to the Data File: Parameters Saved to the Data File:
P1:-F5C-H CIre:-FLZ-4 M P1:FSC-H [ Pre:FL2-4
[ P2:-55C-H Cpv:-FL2-w M P2:55C-H OP7-FL2-w
B4 P3:-FL1-H COes EAP3:-FL1-H [ es:
i P4: FL2-H [ Time: 4 Pa: FL2-H [ Time:
[ PS-FL3-H b4 PS:FL3-H
o] =]
2 ke ER RS k- 3
8. OK
9. Acquisition & Storage OK
3.2 Parameter Description
1 Acquire Parameter Description Parameter Description
[0 = Parameter Description""in=_FH

¥indow: untitled
Folder: FACStation G._est Folder:
File Hame: Data 001

Folder...
File.>

Sample 1D: |

Patient ID: |
Comments:

1]

[@ Panel (IMK Lymph__ | 5|

Tube: [ Leucogate

-
]

HEEEEEEEE

-
e
m

Becton Dickinson Immunocytometry System

Choose a destination folder:

[ 3 Your folder i} = FACStation 63

| Eject |

Desktop

| open |

[ Select "Your folder”. |
a3

i]¢]

File Name Editor

Custom Prefix: |Myl)ata |

File Name Prefix: [Custom Prefix ij

File Name Suffix: | File Count =]

File Count:[1___ |

o) CE)

-14 -



2 Folder Y our Folder
3 Select  Your Folder
4 Parameter Description File
5 Custom Prefix MyData
6 File Name Suffix File Count
7 File Count ?1 CellQuest .001, .002
8 OK
9 Parameter Description Patient ID SampleIlD Comments
10
P1-P5
33
Macintosh HD
File New Folder
Untitled Folder Your Folder
Edit Cytometer
CellQuest Marker NBeIL
Dpen...
Close
Acquisition & Storage  Parameter Saue

Description File Save Save fAs...

Save FCS File’.

Your Folder /3C

Acquire Save

Becton Dickinson Immunocytometry System
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34

34.1

1 Cytometer Instrument Setting

2 Save

Save
3 Print 3C Settingl
4 Instrument Setting Done
34.2

1 Cytometer Instrument Setting

Instrument Setting
Your Folder /3C Settingl

Instrument Setting

2 Open Instrument Settings
Cytometer Type: FACSCalibur '5
Your F0| da /3C Detectors fﬂlps =]
Param Detector Yoltage HAmpGain Hode
i P1 FSC E@8 1.88 Log
Setti ngl Open P2 55C 158 1.88 Log
P3 FL1 158 1.88 Log
i P4 FLZ2 158 1.88 Log -
3 Instrument Settlng P35 FL3 158 1.88 Log s
PG FL1-RA 1.88 Lin =
Set [<]»
Done Displaying: Current Status l Revert |
Print__. ] [ Save_._ ] [ Open... ] [ Set

] l Done !l

Becton Dickinson Immunocytometry System
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35

1 CellQuest File Open
Your Folder /3C Acquire Open
2. Acquire Connect to Cytometer
Acquisition Control
3 Cytometer Detectors/Amps Threshold
4, Cytometer Instrument Settings OPEN
Your Folder /3C Settingl Open
SET DetectorssAmps  Threshold
3C Settingl DONE
5. Acquisition Control Setup HIGH RUN
Acquire Pause PBS Standby
6. Acquire Acquisition & Storage Acquisition
& Storage OK
7. Acquire Parameter Description
8. Acquisition Control Setup O Setup CellQuest
Your Folder:MyData.001
0. HIGH RUN “ Acquire”
MyData.001
oo CellQuest MyData.002
10.
11. Acquire Counters —
Events/Second: 150
Elapsed Time: 0: 0:
12. Acquire Disconnect to Cytometer

Becton Dickinson Immunocytometry System
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13.

(D 2ml 5 1ml
HI RUN

(2) 2ml DI water

3 STANDBY 1 ml DI water

4 “ File” > Quit” ( “ Don'tsave” )

5) “ Special’ =>* Shutdown”

(6) FACSCalibur
3.6

Single Color Two Color Three Color
FITC PE FITC/ PE FITC/ PE/ PerCP

Threshold FSC FSC FSC FSC
Vaue 52 52 52 52
FSC Voltage EO0O (Lin) EO0O (Lin) EO0O (Lin) EO0O (Lin)
SSC \bltage 350 (Lin) 350 (Lin) 350 (Lin) 350 (Lin)
FL1 Voltage 600 (Log) - 600 (Log) 600 (Log)
FL2 Voltage - 540 (Log) 540 (Log) 540 (Log)
FL3 Voltage - 650 (Log)
FL1- FL2 0.0% 0.0% 0.7% 0.7%
FL2—- FL1 0.0% 0.0% 25.0% 25.0%
FL2— FL3 0.0% 0.0% 0.0% 0.0%
FL3- FL2 0.0% 0.0% 0.0% 17.0%

Becton Dickinson Immunocytometry System
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4. CELLQUEST

4.1
CELLQuest 12
12
Simul Test
CD CD
CD 12
CD
NORMO001 NORMO05 NORMO009
CD3/CD19 NORMO002 NORMO006 NORMO010
CD3/CD4 NORMO003 NORMOO7 NORMO11
CD3/CD8 NORMO004 NORMO008 NORMO012
4.2
° FSC/SSC
° FL1/FL2 Quadrant Marker
o FL1/FL2 2
°
° Next Data File
°

Becton Dickinson Immunocytometry System



4.2.1

& Fee B8 Oglemeter Fels Gates iats

Bafch Acgwere  Wesdowrs
L :

i wiAle TH]
T Za
1 CG”QUGSt e oo b
Untitled
Untitled = ; il patette
(Andlysis Template) (==
=1
2. Untitled [ siza box
- N
3
“Untitled”
! 2 ol #hal
Pl imares:[_Radigmin W
[Cseectrme. | v Eafin
L Lo Y LN
Yrerwmeter: [ wZ 08 ~ |
4. Select File | el ]
Data File e :
) Shas [T 0N = | af Data waeie [
Sarnple Files ’7-..,_ P I Huiealer Gating
Mac HD:/BD
Tife - -
Applications:/CellQuest Folder:/Sample [ 28 00 | Cewen | =]
Files
5. Open Sample Files
6. Open NORMOO01
7. X Y —FSC-H 256 SSC-H 256 OK
NORMO001 FSC /SSC
et @ Dot Flie: = hinsmbash HII [l Flal
| Egeci Phe Janr:[_Amalngin ]
: s LT |t v} e T )
T W Perameber-| [3H P90 -}
EE W) ¥ Pars marior- [P =1
E mae [ T
r—aplioes —— gy
e [_TREE =] 4 e | @[]
s [CTEARL L] | T tatH vl Gusing
—niE —
| (1 S Tt | Caeemt | | an ’
= MORMDO -
4.2.2 E
Tk
o
Becton Dickinson Immunocytometry System UE
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8. Cursor

R1
R1
4.2.3
9. Untitled-2
10. Select File Data File
11. Open NORM001 S 7 )
12. Parameter NORMO001 i S
[(sebeinine | me[_SOEEGTT)
(FSC, SSC, FL1, FL2)  Persmetee [ TITE 7ok Game_w]
¥ Parmster _TIE8 558 Game <]
X FL1-H 256 Gamma-1 [
Y FL2-H 256 Gamma-2 e e
Sheww [ DEO%w | wi s i Sl l:
S i 71 ] - i Gty
13. Gate NoGate Gl=R1 Tima
[momerme | o]
14. OK Gl E
FL1 FL2 NORMOO01
4.2.4
15. FL1/ FL2
16. Quadrant Marker FL1/ FL2
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17. FLY FL2

Quadrant Stats

=
P

M,
P

425
18.
19. File Document Size
20.
OK
21. 9 14 NORMO002

22, NORMOO01 FLY/FL2

Stats
Crdadiand Sintitns
Flge WA Lo Dty Ui Lwras Mg
Exanpda b i) Painen il 2 7ali
Fralont Mo 5. Diran g i Manbar
Thatws: il Paiel
FoopdsdinnDate: B 0 (s M o
Gake] Etara: K0OD Tod o Erve ]
o Feredrwted FLI-H Ganinee]  [Logl W Powaraeien FLE-H<mwana2  [Logl

i Lo A0, 52

Gl Bverds B ded B Tohl EReen HGeoPleen Fhas W Gec ke

uL 1 oo ooz =3 =t 1833 k- pral
LA B oo 0.0 1780 58 1| 31331 151 104
LL IRET Mm AT HED AR 438 1873
LA B oo 000 83D 10503 (4L 14 iy - |
UL Upper-Left FL2+ only
UR Upper-Right FL1+and FL2+
LL L ower-Left FL1-and FL2-
LR LowerRight FL1+only
o
Height 1014 in
Width:  T47in
Clem W ineh
Pagea:
Page Sig Lk
om0 wew. [ |
| Ceacel |
Gl FLY FL2

Quadrant marker

Edit Copy
23. NORMO002 FLY FL2 Edit
Paste NORMO01 NORMO002
24, Stats Quadrant Stats
25. 21-24 NORMO003 and NORMO004

Becton Dickinson Immunocytometry System
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4.2.6

26. File Print Print

27. Print
Printor: Lasoriliitar LTI
l':llnple:: Papes: & a1 I:-Frum:l:l ImI:l |E
Poapertewce . (& .. e

; C @l O First from: [ Bmtasseit W] | @ennter | [ 00tinss |
| Eemaledng freme] B dweiers ) ;Ohln . Help
4
4.2.7
28. Deselect Edit Select
A” File Increment =
29. Plot File Increment

File Increment

30. 4 OK
31. Plot Next Data File
)
32. File Save
33. “Your Folder”
Save

Becton Dickinson Immunocytometry System

WXt File Dagrameni E

NORMO005-NORMO008
Quadrant Marker
(
Edit Cytometer
Save .
“Lymph Subset Analysis’ Open...
Close
Save

Save As...
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4.3

43.1 FSC/SSC
1 File New Untitled-2
2. 1-8 R1
_-li-:llnrlmllnl'_—
4.3.2 T ;
Plul Seeren: | Eaalywis |
e [ WIS
Purmwaier: [ pl i R
3. Gale: [ Welam ]
Untitled-2 T;,“f.':.':'....,—
[ Mot 5eane [200 |
_E;u.q.hm— _Lmaenl | i : I
4, Select File. Data File
5. Open NORMO001
6. Parameter NORMO001 (FSC, SSC, FL1, FL2)
“FL2-H 256 Gamma-2*
7. Gate No Gate Gl=R1 g HOBKEO!
8. OK Gl FL2 X :
\'% NORM001 ;;
Q
ﬁm“ w' o wt
a1
433 Histogram Marker
o FL2 ¥ = MR
10. Histogram Marker [ EEI =
,.9 }9 nmd M
22
11. Marker 1 (M1) =
12. 911 Marker Marker 2 C DT RE
EalEe
Marker 1
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13. FL2 Stats
Histogram Stats
= 2L Hess oS s
= R s Lo Do L - Lo ' i
: Wi Saaphs I0r 4] Patberd D 15728
i Pt W, 5 e Gz hEue
5 = b Ceriml Pl
a8 A s e et Pl o
= G Erers: i Tossl Evird x BRRD
X K Furame i PLHH el Lo
= Mlat e Lsf Fight Essnie 5 Cedsd W Toisl  ksan  Cao blssn Cr B Meak Th
1|:II:I 1l:II 102 Il:I3 1|:Il-:I Al [RLTE T [T R ] FET EL - NEFEL] anr o
Gamnin-] M LR MM ®R T Al a3 AR q
KE 12, 3kd47 113 =] =20 1A .11 L Faz b
43.4
14. 38 NORMOO02 FL2
15. NORMOO01 FL2 Shift
M1 and M2, Edit Copy
16. NORMO02 FL2 Edit Paste M1 and
M2 copy NORMO002
17. Stats Histogram Stats
18. Plot File Increment File Increment 2
OK
19. Plot Next Data File NORMO03-NORM 004
NORMO0O01-NORMO002 Quadrant Marker

20.

Becton Dickinson Immunocytometry System
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51

% @ File Edit Cytometer Plots Gates 5tats Batch Acquire Windows Help

5.1.1Apple
About CELLQUEST CELLQUEST About CELLQUEST
CELLQUEST

5.1.2 File
<  New CELLQUEST

&  Open

& Close Lab Report
&  Save

& Save As

& Save FCSFile

& Export Statistics..
@ Append Statistics..
& Document Size

& Page Setup

& Print

& Print One

& Quit

5.1.3 Edit

< Undo

& Cut document
& Copy

& Paste

& Clear

& SelectAll

@ Show Clipboard
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5.1.4 Cytometer

&

&

&

> w NP

Detector/Amps PMT
Threshold

Compensation

Status

Instrument Setting

5.2 Reagent Panel

3 Panel
IgG1-FITC/ 1gG1-PE/CD45-PerCP
CD3-FITC/CD8-PE/CD45-PerCP
CD3-FITC/CD16+56-PE/CD45-PerCP

Acquire Edit Panel Edit Panel
Panel Add new panel Panel list panel
panel Tube Add Tubel tube list tube
tube label list 2
P1 FSC
P2 SSC

P3 MouselgGl-FITC
P4 Mouse IgGl-PE
PS CD45PerCP

Tube Add Tube2 tube list tube 3/8/45
4 OK
Parameter Description Panel

Becton Dickinson Immunocytometry System
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53

1. Batch Setup Batch Setup
2. Plot and Stats to Process ALL
Pause after each file increment for ---seconds

Print after each file increment
Export Statistic—new file

Fileincrement 1

3. OK Batch RUN Batch Control
531 ?
?
1 Apple Microsoft Excel
2. File Open
3
4, Text Import Wizard finish
5. File Quit

5.4 Regions  Gating

Region 4  Region
Region
541 Region
1
2 Region FSC/SSC
3 Region R1 Region

Becton Dickinson Immunocytometry System
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5.42 Region

Region Region

Region Region Region 4
X Y
Region Region
Region Region Gate Rotate Region Region
Gate Stop Rotate Region
Region Region Region
Gate Edit Ploygon Region
Gate Stop Edit Region
Region Region DEL Edit clear
Region Gate Region List Region
Region List
54.3 Region
1 FSC/SSC Region ? R1
2 Region ? R2
3 Region ? R3
4 Stats Region Stats  Region

Becton Dickinson Immunocytometry System
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54.4

Region CellQuest
G1=R1 G2=R2
Region
Region FSC/SSC
1 FL1/FL2 CD3CD4 R4
2 FSC/SSC Plot Format Dot Plot
3 G4=R4 OK FSC/ISSC R4
5.4.5
1 FSC/SSC Plot Format Dot Plot
2 Multicolor Gating No gate OK
3 1 2
4 Gate Gatelist ? G1
Gatelist
? Gatelist Gate list
?
1 FL3/SSC R5 G5=R5
? ? R1
2 2 Gate list G5
3 FL3/SSC

Becton Dickinson Immunocytometry System
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5.4.6

Region 3
R1 and R2 R1*R2 R1 R2
R1 or R2 R1+R2 R1 R2
Not R1 -R1 R1
1 and or region
2 Not and or
Not R1 and R2 R1 R2
R1 and Not R2 R2 R1
R1 Not R2
Not R1 and R2 R1 R2
R1 or R2 and R3 R2 R3 R1
Rlor R2 andR3 R1 R2 R3
R1lor G2 or Not R3 and R4 not R3 and R4 R1
R1or G2or Not R3 andR4 and R4

Becton Dickinson Immunocytometry System
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