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Practlcal flow cytometry and sample preparation
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> E AR (Basic principle)
> BZFH(Application)

> FEanAbIE (Sample preparation)
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LP Mirror  BP Filter Intended Dye

735 780/60  PE-Cy7

655 695/40  PerCP-CyS5.5 or PI
675/20  PerCP

595 610/20  PE-Texas Red

556 575/26  PE or PI
585/42  Alternative for PE/PI when not
using PE-Texas Red

502 530/30  FITC

— 488/10  Side scatter (S5C)
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ML A . BA K (Scatter light)




oy #HH A%

, YANGZHOU UNIVERSITY

+ FSC: 5xfHmp sz
o F A Ko

+ SSC: MwmfiafE., Mmhia

TR 5T R BB A om
FSC Sensor Be R B K 69 BRAL T
BBk, FIRRBA XM
JE, P 37K 4m 45 My A R A
PR H RXE &

SSC Sensor




YANGZHOU UNIVERSITY

o
U -
J 4
o 1
L
| oJ
2]
. ;'--
o7 S
w e
. =7
= ]
uw

O-'I'Ul"'lll""l"l'l'll

0 a0 10 150 200 250
FSCH




Monocyte
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Fluorescence signa

FSC Sensor

Total fluorescence
intensity of single
cell
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Single-stained sample
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58% negative
Antigen A

42% positive
Antigen A

cell number

Laser

log fluorescence intensity
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Double-stained sample
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Histogram
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L 51-5_001 51-5_001
=73 e Tube: §_001
"3 Ve v Fopulation #Events %Parent %Total
T8 b5 ;—'f.'m az |:_|AII Events 10,000 100.0
%GE_ gﬁﬂ' - ----- ._F'1 1,910 191 191
=5 R Q3| o4 o 576 30.2 5.8
A - R -] a2 7 04 01
o i [ a3 84 14 0.8
.. 3 . : g IIIII.;|2 | IIIIII.|:3"I I.I-IIIII|‘ I IIIIIII|5 | "' """ E gd 1.243 551 124
0 0 10 10 10 10 10 10
CD3 PE-CyT-A CD4 FITC-A
Experiment Mame: T kmphocoyte subsets
Specimen Name: 51
Tuhe Mame: q_001
Fecord Date: ay 31, 2007 8:10:32 Ph
FOP: Biotechnology
S5C-A COD4FITC-A CD4FITC-A CDBaPE-A CDBaPE-A  CD3PE-CyT-A CD3PE-CyT-A
Fopulation #events %Parent flean flean W flean Y Mean oy
[ All Events 10,000 AR 21,205 447 2337 467 3838 276 23649
B P 1,910 159.1 23747 1,927 78.1 2,229 16883 1,276 a1.7
[<] & AT 302 25141 124 T 7,089 378 1,038 44.9
[ a2 7 0.4 23,864 1,999 8T 4,309 a5 .4 833 48.4
[ 3 a4 4.4 25,365 274 936 175 123.2 9849 11049
[ o4 1,243 f5.1 23,001 2,873 327 104 74 B 1,408 47.0
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» “Particle” can be used as a more general term for any of the
objects flowing through a flow cytometer.

» “Event” is anything that has been interpreted by the
Instrument, to be a single particle , correctly or incorrectly.

» Each measurement from each detector is referred to as a
“parameter”.

» Data are stored in so-called flow cytometry standard (FCS)
format.

» Data stored on one cytometer may not be analyzable on
software from another cytometer.
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Cell Sort
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photormildplier mbe

% (purity)
7 % (yield)
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Cell sorting was performed on a BD FACS :
§Fﬂnlage"" flow cvtometer (BD Biosciences, Sar;i
Jose, CA, USA), equipped with a 5-W Argon laser
i (Coherent, Santa Clara, CA, USA) for 488 nm and a :

. [; 6-W Argon laser (Spectra Physics, Irvine, CA, USA)
sta

monm,]on for multiling TV excitation, and an automatic cell :

i deposition unit for sorting into 96-well plates. FITC :

Ernst Boé fluorescence was measured m Fll using the standard
B SBDGDEP filter, DAPI fluorescence in FI15 with a 424/
MEF filter. Data mqmt.umn and analysis were per- :

: formed with CellQuest™ software.

2.
RHEA
A

Company,
Pattern number,
Laser,

Light filter,

Software
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Becton Dickinson (Maxwell W. Becton and Fairleigh S. Dickinson BD):
FACS
“Fluorescence Activated Cell Sorter”

FACS 1,11,111,1V,400,420,440,FACStar,Vantage, DiVa, Aria : Sorters. FACS Analyser, can,
k Calibur* , LSR, Canto: ‘Benchtop’.
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Coulter (Beckman Coulter) : EPICS

“Electronic Programmable Individual Cell Sorter”

Profile, Elite, XL, ALTRA: a mixture of sorters and ‘benchtops’.
\
/

/
N
Other Manufacturers:
Partec, Ortho (Cytofluorograph, Cytoron),
Skatron, Partec, Dako (Galaxy), Cytomation (MoFlo).
July 2002 : DakoCytomation: Cyan benchtop.
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Table 1-1 Default setup for detector arrays

;  Detector Array PMT ¢ LP Mirror  BP Filter 1: Intended Dye
. {Laser) 3s

¢ Octagon A %735 780/60 iPE-Cy7

¢ (488-nm blue laser) >

655 695/40 3+ PerCP-Cy5.5 or PI
675/20 32 PerCP

595 610120 3:PE-Texas Red

556 575/26 iiPEorDI
585/42 :S Alrernatve for PE/PI when not
csusing PE-Texas Red

502 530130 3FITC

_ 488/10 33 Side scarter (SSC)

Trigon

735 780/60 3APC-Cy7
(633-nm red laser) *

_ 660/20 % APC

502 530/30 Eéﬂlexa Fluor 430

Trigon
(407-nm violet laser)

=l | = =] | m

— 450/40 EE Cascade blue, Pacific blue, DAPI,
«¢ Hoechst, Alexa Fluor 405
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