Avamntuén elOkwv SoKLLAOLWY Kol
TP WTOKOAAWV
MoAvypwpatikn KP

Maplavva T{avoudakn
Tunua Avoooloyiag & lotocupfatotntag
E€sbikeupévo Kevtpo Mpwtonmabwv Avoooavemnapkelwv-Nawdiatpikn Avocoloyia
[.N. Naidwv ABnvwv «H Ayla Zodpia»



H petapBaon amo ta 5 ota 10...ota 16...
XPWHLOLTOL



Oewpntika Ospata:

AAANAentbpacelc $O. XpWOTIKWV...
PuOuiocelc pnxaviuotog...
KataAAnAot cuvéuacopol...

Mpotunwon...
‘EAgyxo¢ mototntac...
AvaAuon debopEVWV...



EpwtnpoTa ITov IPETEL VO OLITOLVTI| OOV MLE:

Mowoucg deikteg OEAOUME va EAEYEOUME;

Moocouc deikteg Oa eAEYEOUME;

Me T xpwpota 6a Tou¢ GUVOUAGOUE;

Mowa mpoavaAutikni dtadikacia Oa epapprOGOUUE;
Mowa otpatnykn optoOetnonc Oa EXouue;

Mw¢ Ot GLYOUPEUTOUHE yLa TNV TOLOTNTA TWV
OLTLIOTEAECLATWV;

NMwc¢ Oa avaAUCOUE TA OTTOTEAECHATOL;



NMwc PpTLAXVOUE KOLLVOUPYLO TIAVEA;

2UMBouAsvopacte Q6N dSnUocilevpEVaL
(OMIPs, EuroFLOW, ELN, current protocols, apBpa)

Av dev untapyouv mopopoLQ;

Av 6ev umopoUpE va to EPOPHUOCOUHE;



AV TTPEMEL VAL KALVOULE TOL TTALVTOL
Qo TNV apxn;;;




Mowouc deiktec OEAOUME va EAEYEOUUE;

Xapaktnplotikoi oepac (CD3, CD19...)
Awadoponoinonc / wpipavong (CD10, CD20, CD27...)
Aettoupywkotntac (lgs, CKs)

XopOaKTNPLOTLKOL GUYKEKPLUEVOU UTtOTANOUGLOU
(Va24, VB11...)

AntokAewopov (dump channel)

Buwowotntac (7ZAAD, Syto...)



MNaAu kottape OMIPs OMIPs, EuroFLOW, ELN,
current protocols, apOpa!!!

Mmnopei va pnv toupralouvv anoAvta,
oAAQ rtaipvoupe Loeec!!



Tt $O0opilouoeC XPWOTLKEC yLaL KAOE SELKTN;

Xwpiloupe TOUG SEIKTEC OE:

«EUKOAOUC»:
ocadnc duakpion -
/+)

CD3, CD19...

«EvéLapecoucr:
oxL cadng
Sdiakpion -/+
N'vwotn ékdppoon
HLADR. CD45RA...

«AUOCKOAOUG»
AoBevng Ekdpaon,
OXL KOAQL
HEAETNMEVOL,

OE OTIAVLOUC
nAnGuopouc



Entiong:
OXI deikteg mov cuvekPpalovtal O XPWHOATA LLE EVIOVO
spillover. KAAYTEPA o€ duadopetiki LASER

210 Xpwpo rtov dExetat oAv spillover

unaivel o Baoikoc (mother) deiktng (ry CD3)
Av &¢gv yivetau : 270 Xpwpo rtov dxetat Aiyo spillover pnaivel o

deiktng tov umonAnBuopov (daughter) (my

CD4)

«AUvokoAo» deiktn o xpwpo rtov AEN d€xetan spillover
(untouchable). Evtovo égiktn o€ xpwpa mouv AEN nipokaAei
spillover (silent) (ntx. av €évtovo é€iktn oto PE/ mpoBAnpa oto

ECD!!!)
2e TeTola {eVyn ME Evtovo petaéL touc spillover pnaivouv

kaAUtepa deikteg mov olyoupa AEN ocuvekdppalovtat
(CD3/CD19)

Aeiktec movu oiyoupa AEN cuvekdppalovtal pmaivouv Kat oto idlo
xpwpa ! (CD19/CD8)
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Spillover Spreading Matrix
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Optimal voltage determined by Aaron T. ‘voltration” method

Whole Blood, CD4s SK3 clone

Mario, 84™ percentile calc, for spread determination

Autocompensated using single CD4s in Flowlo VX, positive gates on highest peaks

Quantifying spillover spreading for comparing instrument performance and aiding in multicolor panel design.
Nguyen R, Perfetto S, Mahnke YD, Chattopadhyay P, Roederer M. Cytometry A. 2013 Mar;83(3):306-15




Compensation
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Emission Wavelength

In multicolor FCM each fluorochrome emits into a number of
another detectors.

We have to correct spillover in both directions.
Compensation still accounts for the most frequent errors in
implementation of multicolor FCM.




Napadewypa 1

Violet Blue Red

PB KRO FITC PE

CD45 CD3 CD4 (CD8

CD19 CD16 CD56
CD14 CD64

ONE study



Napadeypa 2

Violet Blue Red

PB KRO FITC

CD45 CD3 CD4 CD8

CD27 (CD28 CCR7 CDA45RA
PD1 CD57



Napadewypa 3

Violet Blue Red

PB KRO FITC PE

CD45 CD3 CD4 (CDS8
CD19 CD16 CD56
HLADR CD69 (D38 OMIP 23

CD25 CD127 CDi4



Xpewalovrot dokipec!!!
Aev glval olyoupo OTL Ba TETUXOUME ME TNV
npwtn!!!



Mpocoyxn!!!
AEN &exvape!

TitAomoloU e Ta povokAwvika!!ll

PuOuitoupe PMTs @ensatiD Alopewystal
KoL 0LpyoTEPQL

EAEyxoupe to panel pe FMO (fluorescence minus one)

EAéyxoupe control yia deikteg mou dev yvwpil{oupe
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Cytoplasmic CD3

Maciorowski 2017




AAANQ TTPOOVAAUTIKA...

Tu eldoucg deiypa;;;
Mo Aettovpylkeg dokpaoiec: HNAPINH!!!
MNoco duatnpeital;;;;

T eidouc control;;;
lootumiko;;
AdLEyepTou delypartog;;
@uoloAoykoU paptupa;;

Xpewaletal SLEyepon;;;
Me T (PHA, PMA, CKs;;)
Mo mooo;;
Moot deikteg pmopet va emnpealovtat;; (my. CD4 acBevec o€
Sieyeppéva T)



AAANQ TTPOOVAAUTIKA...

Xpelaletat mMAUGLHO;;
Mx. Emupaverakeg Igs!!!
(o€ apdpiBoAia, mAEvoupe!!!)

Moon wpa enwoon;;
2€ TL Oeppokpaoia;;;;
XaunAotepn Oeppokpacia— YPnAotepn edkotnta cuvdeong

TL eidouc Avon;;;
NHA4CI kot mAUowo, av dev eipaote olyoupol...
Antopovwon HE GkoAn yia dUuokoAouc deikteg!!!
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Katd tnv avaAvon...

ZTpOTNyLKn gating...
Kavoupe adpn avaAucon tTnv wpa mou TPEXEL To deiypa
(yia va punv €ecpeyouv Aaon...)

Moca events;;
2rtaviol mAnBuopoi;;
AnAn peA€Tn ékPppaong o€ peyaAo mANOUGoHG;;

TL OOTEAEO A EXOVUE;;
Mepatépw avaiuvon
Xpnon e8kwv software...



Basic Multicolor Flow Cytometry

Zofia Maciorowski.' Pratip K. Chattopadhyay.” and Paresh Jain®

'Institut Curie, Paris, France

*Laura and Isaac Perlmutter Cancer Center, NYU-Langone Medical Center, New York,
New York

‘BDB Asia-Pacific, BD Life Sciences, Gurgaon, India

Multicolor flow cytometry is a rapidly evolving technology that uses multiple
fluorescent markers to identify and characterize cellular subpopulations of
interest, allowing rapid analysis on tens of thousands of cells per second,
with the possibility of isolating pure, viable populations by cell sorting for
further experimentation. This unit covers the tools needed by the beginning
immunologist to plan and run multicolor experiments, with information on
fluorochromes and their characteristics, spectral spillover, compensation and
spread, instrument and reagent variables, and the basic elements of multicolor
panel design. Protocols to quantify and maximize sensitivity by titration of
reagents and optimization of instrument settings, as well as basic surface and
intracellular cell staining, are included. © 2017 by John Wiley & Sons, Inc.

Keywords: flow cytometry « multicolor « fluorescent
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ﬁ | WON'T Do IT

WHICH STEP HAVE YoU REACHED TODAT ?




