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LSS Lasers

BENEEBILEHYs2E, BaERBB355, 375, 405, 488,
561, 638, 808nMfYE
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CvtoFLEX

I 5660 00

B A IEIE CytoFLEX BB & | @R F4
V450 Pacific Blue Zx%3}. V450,
- 405 nm - 450/45 BP eFluor 450, BV421
V525 Krome Orange, AmCyan,
525/40 BP V500, BV510
V610 BV605. Qdot 605
610/20 BP
- V660 BV650. Qdot 655
660/10 BP
- B525 FITC. Alexa Fluor 488,
488 nm 525/40 BP CFSE. Fluo-3
- B690 PC5.5. PC5. PerCP.
690/50 BP PerCP-Cy5.5. Pl. DRAQ7
Y610 ECD. mCherry. PE-CF594
561 nm 610/20 BP
Y585 PE. DsRed
585/42 BP
- Y690 PC5.5. PC5. PI. DRAQ7
690/50 BP
- Y780 PC7. DRAQ7
780/60 BP
R660 APC, Alexa Fluor 647,
- 638 nm - 660/10 BP eFluor 660, Cy5
- R712 APC-A700,
712/25 BP Alexa Fluor 700, Cy5.5.
DRAQ7
R780 APC-A750, APCLCy7,

APC-H7. APC- eFluor 780,
DRAQ7
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TRz ER AT LIRSS 6 2=

gpa—-KnssidE FITC—Ex:488nm Em:525

Detector Configuration(CurrentDefault-Configuration) =

+ @ Default-Configurat

Red Violet Blue
13FL-a

@ 4 color

| APC | _ KOS525 Violet660 | ssC pE _ PCS.5
638/6 F | 660/20 | | 405710 | 325/40 | 860/20 488/8 ! 585/42 [ 890/30
7 . " I | APC-ATOC |— - | == | PB450 i '_ Vialet610 |- - | Violet780 | — '_ ECD — | FITC " |
I712,|’25 | | 450/45 | 610/20 | 780/60 | |610/20 | | 780480
MNew.
Save As

OK Cancel
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What is fluorescence 7?7

It is a functional group in a molecule which will absorb
energy of a specific wavelength and re-emit energy at a
different (but equally specific) wavelength.

Absorption




SKIGIRERTFN

Count

10t 10° 100 107 108
FL3 INT
Gate X-AMean X-5tdev
All 78,37 161,02
Meg 0,37 0,23

Pos 420,15 82,32

Signal-to-Noise Ratio:
MFI(pos) / MFI(neg),
420.15/0.37 = 1136

Staining Index:

(MFI(pos)-
MFI(neg))/2*SD(neg),

(420.15-0.37)/2*0.23 = 913

;
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- $¢Y¢IBE (Brightness)

m
CD8 conjugates 2906.5

APC 450.98
ECD 1287.3
PB450 335.69
Violet660 173.86
PerCP-Cy5.5 62.72
Violet610 103.29
APC-A750 90.1
AF700 89.5
FITC 318.6
KO525 79.55
PerCP 62.72
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Bl £ CytoFlex & A ZAY Brightness

BUV395
NUV 375nm

BUV661
BUV496

il
b (B0

PacBlue BV605

Violet 405nm

Krome Orange

i
[

Blue 488nm

PE  PC55
Yellow 561nm 4+

PC5  PC7

IR 808 nm

Brightness : dim / medium / bright / bright+

Red 638 nm m %

Delivering INNOVATIVE and trusted scientific solutions across the globe @BECKMAN Life Sciences



Gt (Spill Over)

PC5or APC-Cy5 or APC-Cy7

PC5.5

FITC PE ECD

PC7 APC aApc A700 or APC

. 1. Adjacent spectra(FITC/PE)
: 2. Tandems and their
L bases(PE/PE-CY5)

3. Cross laser
B excitation(APC/P
- ﬁ~‘ BECKMAN
T 10 1t 1 1 ; COULTER
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PE-CyS5 Single Color

)

I

Adjacent

300 —
200 —
100 — K
1] J
| AL
ap

1}
-103 i} 103 104 105
PE-Cy5

Cross laser!

excitation

O

10 1} 103 104 105
PE-Cy7

Tandem

spectra

base
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H CytExpert(Default-Configuration)-C:\Users\hp\Desktop\data2\t cell.xit

&) 2E(S) £ZEN(H) WRE(M)
xE i 2 - & @Y% — I 004+ YA S MM WA 9
¢ 4 F ‘:E
H = ® = = fitc : All Events & N fitc : P1 = =, fitc : P1 5]
= ¢ : : ~ 3 01-UL(1.83%) Q1-UR(20.56%) ™ 30Q2-UL{1 03%) Q2-UR{(0.19%)
= ] 1
1 S =
M T £ 2 < 3
Sl , 2 3 .
E < w 1 . 1
S o &% a5 |
gy @ T3 P -3
a+is] 1 ~ oo = = n
aBJiE O 4 (a] |
| O o A4
%‘. 'A' (;’31
kg & 10000 0 1 E 3 1
. . 1o 1R "
S 10000 - o J01-LL75.26%) 01-LR{2.35%) o, JO2-LLTB06%) T C0Z-LR(22.72%)
£ |P1 = 0 50 100 10? 10° 10% 10% 108 10% 10° 104 10° 108
FSC-A (x10% CD45 B525-FITC-A CD45 B525-FITC-A

fitc : P1 B0 fite - P1 O fite : P1 )
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O §SRIAPURILFEIRIOCIE), dBAPUFIR TG DO GLRE ( “ RN )
O FRBPUFEMAE “untouched” 1@IE, 5RFIAPLUFINAE “silent” 1BiE

O B AHHAEF BT 7t Vispillover
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WICHRH % - TR IS TE T
> PURRIEKF

Undyed Cells

Dim Dye Bright Dye

Too dim

¥ Too bright
Poor sensitivity .

Strong spillover

Better Sensitivity for weak @ Less Spillover from strong Ags

BECKMAN
COULTER

@



Marker 52t Z ILEC

CytoFLEX
Laser Channel Commonly used Fluorescent Dyes
Names

FITC, Alexa Fluor 488,CFSE, Fluo-3, GFF, eGFP

PE PE, PI -
\)

ECD ECD, PE-Texas Red,PE-CF594, PI, DsRed, dTomato, mCherry ﬁ E ;:%

PC5.5, PC5, PerCP,PerGP-Cy5.5, Pl

PCY

APC, Alexa Fluor 647, eFluor 660

.AFI.':~A?I]IJ. Alexa Fluor 700

APC-AT50, APC-Cy7, APC-H7 APC-eFluor 780

Pacific Blue dye, V450, eFluor 450, BV421

Krome Orange, AmCyan, V500,BY510
BVG05, Qdot 605
BVE50, Qdot 655
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Marker 52t Z ILEC

CytoFLEX
Laser Channel Commonly used Fluorescent Dyes
Names

FITC, Alexa Fluor 488,CFSE, Fluo-3, GFF, eGFP

|

PE PE, PI
ECD ECD, PE-Texas Red,PE-CF594, PI, DsRed, dTomato, mCherry

=LK

PC5.5, PC5, PerCP,PerCP-Cy5.5, Pl

PCY

APC, Alexa Fluor 647, eFluor 660

.AFI.':~A?I]IJ. Alexa Fluor 700

APC-AT50, APC-Cy7, APC-H7 APC-eFluor 780

Pacific Blue dye, V450, eFluor 450, BV421

Krome Orange, AmCyan, V500,BY510
BVG05, Qdot 605
BVE50, Qdot 655
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Marker 52t Z ILEC

CytoFLEX
Laser Channel Commonly used Fluorescent Dyes
Names

FITC, Alexa Fluor 488,CFSE, Fluo-3, GFF, eGFP

PE PE, PI
ECD ECD, PE-Texas Red,PE-CF594, PI, DsRed, dTomato, mCherry

PC5.5, PC5, PerCP,PerCP-Cy5.5, Pl

PCY
APC, Alexa Fluor 647, eFluor 660 G— = @, i%

APC-A700, Alexa Fluor 700
APC-AT50, APC-Cy7, APC-H7 APC-eFluor 780 /
Pacific Blue dye, V450, eFluor 450, BV421

Krome Orange, AmCyan, V500,BY510

BV605, Qdot 605
BV650, Qdot 655
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Marker 52t Z ILEC

CytoFLEX
Laser Channel Commonly used Fluorescent Dyes

FITC, Alexa Fluor 488,CFSE, Fluo-3, GFF, eGFP

3P | PC5, PerCP
e 8 5
ECD ECD, PE-Texas Red,PE-CF594, PI, DsRed, dTomato, mCherry

setom

PC5.5, PC5, PerCP,PerCP-Cy5.5, Pl

PCY

APC, Alexa Fluor 647, eFluor 660

.AFE—A?I]IJ. Alexa Fluor 700

APC-AT50, APC-Cy7, APC-H7 APC-eFluor 780

N/

Pacific Blue dye, V450, eFluor 450, BV421

Krome Orange, AmCyan, V500,BY510
BV605, Qdot 605
BV650, Odot 655
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Emission Intensity

Emission Intensity

PECy5
700 488nm excitation
600 | ———633nm excitation
— — APC ¢

500 -
400 -
300 -
200 -
100 -

0 e

500 600 700 800

Wavelength (nm)
PECy5.5

700 1 ———488nm excitation
600 ———633nm excitation

500
400
300
200
100

— — APC

500 600 700 800
Wavelength (nm)

CD4 APC

CD4 APC

CD8-PCS

10%

B 1.5%

10%

10

=
(=]
]

101

CD8-PECY55

RE®F “Gil” PIHE




CD4-PacBlue

MR X R - EHEEE

[CD3+]

B2 :0,77%

=]
CD4-APC

-
<
M |

i’.
-5, - .
o R 0_ s
: B4 : 28,63%
L | Ty LI e v T

Unaffected limits

for CD4-/CD8- cells Rt -

Rl

”103 ' 12)1 ' 10° 10° 0
CD8-ECD

LR | ey ML R AR | v

10° 10°
CD8-APCA700

@

L )

10°
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MREIXFR - FAFFN
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10°
v
=
Q0 -
U c
g :
: o
<
a
&
- T
0 10° 10 100
CD3-PacO
- . . ,.' -
100
)
=
)
<10 =
< =]
c 5]
T o
2
- )
(SO [

0 10° 10° 107
CD3-PacO

FRAILARFEN, FERHBEFN
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10° 10° 107 10°
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150+
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MREARPXTR - HRE

ESERRE

L

2

Co-expression of
modulated antigens

Hinged
quadrants
represent data
spreading
resulting from
spillover

FESMEHRRZA

Unaffected !
@

Parent and descendant
(exclusive coexpression)
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MRS - TEAR vs EERIX

[LY]
HLA-DR+ : 4.61%

B cells

HLADR-FITC

W | Activated T8 cells

e 10 108 108
CD8-APCA700
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MIRERIXEHR - BRI

[Ly]

Positive Threshold

103 =]

CD20-APCA750

“”ﬁ’egatwe Threshold

BECKMAN
COULTER

@



AR NRARE

.+ [EFERIR
o« [EniRAR
+ FRAERD
« FEMA

4
FITCARIZ/MNRITACDAE TERE LR (1gG1)
HEZIXIRA:

FITCH#RiE /MR I9G1

W

BATROES: WMEEPES—EHRFTEE @
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31

RIEZBHRABEMERIRE

{51

ZRAR:
CD45-FITC,CD4-PE,CD8-ECD,CD3-PC5

AL AR

1.CD45-FITC
2.CD4-PE
3.CD8-ECD
4.CD3-PC5

BATROES: WMEEPES—EHRFTEE
BNPESR: FEuEMEH, BNEGRNERREEDRR™ILR, RARTEBNEIEREE, RSERFTE2030!
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B RIUSEL X R AR E

4.8 (FMO) *JER
FMO : Fluorescence Minus One,Bf& Bfrinidsh, EbiniAEm L.

Unstained Control FMO Control Fully Stained
FITC - CDh3 CD3
PE - - ch4
CySPE - CDa CD8
Cy7PE - CD45R0O CD45RO

|sotype Bounds

M
=
L
v
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5. RACTEFAMEXT R

PRET: AR

FARNY
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AT RAERE LS

405 Excitation

&

488 EXxcitation

ME{RESSE R

633 Excitation

Pacific
Blue
0 CD4 HLA-DR | CD45RA CD25 CD45R0O CcDNn7 CD127 CD69 CD8 CD3
@ CDh4 s CD8 CD45RA | HLA-DR cbnz CD45RO CD69 Co25 CD127
Figure 2.2 Figure 2.3 Figure 2.4 Figure 2.5
CD4+ T Cells CD8+ T cells CD4+ T Cells CD8+ T Cells
Full Stain vs FMO PE Full Stain vs FMO APC Full Stain vs FMO APC Full Stain vs FMO APC
CD25+: 10.90% o CD25+: 10.52% CD69+: 5.06%
10°- CD69+: 1.85% S
a § 10°- 8 e § 10°3
Q o & o
5 3 2 3
2 S 8 ' =
Q a o 8 |
E 1000 % 104 S 20001 E 10°
04 0- E 0-
1000+ ' . o 3 i ] A -2000- : : . 04
103 104 10° 106 0 10° 104 10° 106 10° 10* 10° 106
CD3 APCA750 CD3 APCA750 CD3 KrO

Spreadings MnfH % E

o
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