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Flow Cytometry

 SHRERAA AR FRIAITZ B ], REBEE TN TR

FC 500 MoFlo XDP Aria SORP



Flow Cytometry

o AR ER

s BEIRICR I

e 7£1mindh AN & 105 to 5x10° BYZA AR
« BEIX 7 4HBETE iR

o BEMI = HHAE A /)N

* BEMBLEITITHL

* HBEZT IR B4Rl




1023

Components

FS Lin

* Fluidics, Optics, Electronics

Electronics and computer

system

Fluidics system

%a;

Detectors

g L]
- ‘Q

Lasers

/

SSLin

1023

Volage

(F1)[A] 2C CD3—CD4 002.LED : FLI Log Q@1
o)
=
N B
L —— T
100 101 102 100
CD3-FITC




Optics

Forward Scatter (FSC)

Side Scatter (SSC)

Laser

Laser

14




Pass Through

650 Short Pass
SHORT {500nm)

Transmitted <650 nm

Blocked >650 nNnm

LONG (7oonm)

Dichroic
Filters

-~

650 Short Pass

SHORT (soonm)

=650 nm
=650 nm

Transmitted
Diflected 90°

L Pass
550!_0;19 Pass

>550 Nnm
<550 Nnm

g <

550 Long Pass

=550 nm
=550 nm

600/100 Band Pass

550 - 650 nm
(600 =+ 50)

<S50 nm & >650 nm




ompensation

_
H

 Acquisition Setup  Compensation |

R ‘“ne o e @ -

0.0 | 0.0 | 0.0 | 0.0

Select the column which cortains the Fluorochrome creating spectral overdap in the PMT {row).

LClear &l |

Close Help




Compensation
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Data - Plot

Color dot plot

Histogram plot
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Density plot

E (F1)[A] 2C CD3-CD4 002.1D : FL1 Log/FL2 Log |- | OJGA |72 (F1y (a1 2¢ cD3-CDA 002.LED - FLI Log (= OJEd ® F13[A] 2¢ CD3-CD4 002.1ED : FLI Log/FL2 Loz |- OGS | ® =<
107 31 A2 . 10° S 10°
] =T . =
1074 102~
w 1 w :
£ 5 &
< 10'g < -
) E a a
o 3 B o o
107 :
] 3 -/‘/”r/—éﬂ e
] ] é" N
i B s A ¥ d
[ R B B LY B L B AT DR L R R S R AN I R \‘\21|/(||\||‘ LR L e A L S R R T T
100 10! 10 10° e o 107 e 10° 10 10° 10° 10° 10 10° 10°
CD3-FITC CD3-FITC CD3-FITC CD3-FITC
N } 4
Overlay plot Surface plot fomogram PRISMiRAatE 2 &
= . .}
o~
-+ B |® =[x |
=
o~
_3.5% 102% 0.0% 11.3% 00% G.4% 0.0% 0.2%
COE-FIMZ
0.0% 0.8% 0.0% 0.0% 00% 2248 0.0% 0.1%
0.0% 0.1% 0.0% 0.0% 0.0% Foo  0.0% 0.1%
COM3-FE
r ©D18-PE
o.a L 0.0% o.a 0.0% D.D“ﬁJ 2% 0.0% 0.0
M T w b At Rttt ot bttt Eet
" o B R S SR A R 2k SRR T R T S S A
crs-FTC - PR P PR I
cms-FTe L P I o I LR +H A+t
DT P




Data — Gate

FS Lin

FS Lin

1023

10E3

SSLin

S5 Lin

1023

400 600
FL3-H: 7AAD

800

1000

Count

55C-H

300

200

100

800

600

400

200

| GFP- GFP+
137.0% 63.0%
M A | T R R | LA LR
10 10 1 10 1[14
] GFP neg GFP pos
| 37.0% 63.0%

T
10[J 1[11 1I2 103 1[14

FL1-H: GFF



Workflow

- Fl#E sample prep

« FHl. WEIRZS initialize

* 1% & J3 & protocol

- JAJE8 J£ voltage/gain

* JA%ME compensation
 F#f load samples




Sample Prep
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Experimental Setup
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Choosing Antibody
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Lab Rules
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