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Traditional Analysis — Percent Positives
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Quantitation — The number of cells that express antigen above or below a threshold of antibodies bound per cell
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POoPILOVTOV oVVoETOV (PHBop1lovcmV
OLGLOV 1 LOPLOV TPOTEIVOV — PHOP1ILOVG MV

OLGLMOV), TOV GLVOEOVTAL UE KADE KOTTOPO.




¢ Koumovieg faburovounong

¢ Extipnon tomomomuevey ypaeikoy TopucTAGEDY
¢ (o®OTN YPNOT KALAK®V AVAPOPAC)
¢ (coot ypnon PLoAoYIKOV OELYLATOV OVOUPOPUAC)




¢ Twec RFI : avBaipetec povaoeg
1-10000 Becton Dickinson
0.1-1000 Beckman-Coulter




Y10 VoL TTAPAYEL TNV 10100 EvToon eOopiouov Le
VTV TOV GTUOGUEVOD COUATIO0D

¢ (amOALTN UETPMNOTN TOL IGYVEL YOl OTOLOONTOTE

GAALO COUOTIO OoNUOCHEVO UE TNV 10w
pOopilovca ovcia Ge 101E¢ cLVONKES avaAlvLoNC)




GLVOTKEC KOPEGLOV

¢ (amOALTN LETPMOT), TOV ECOPTATOL OUMC ATO TN
ynueia cOvoeonc uetacy couatoiny (callibrators)

Kot OOPILOVTIMV aVTIOPAGTNPLOV)




pBopilovoec ovoieg (Lovddeg MESF)

¢ Amolvtor calibrators, mov cvvocovv ta id10
ocvCevypota  ovTioouotoc— @BopiCovoog
OLGIOC TTPOC YPNON UE TO KOTTAPO (LOVAOEC
ABC)




pBopilovca ovaia (dpecoc avosopbopiouodc)

¢ QIFI — cpapiota cuvoedeuéva, Le YVOOTEG
nocotnteg MOAD — avtidpaon pe Ig anti-mouse

cvvoedeuEVN Ue eopiCovca ovoia (EUUECOC
avocoPOopiopdg)
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CLASSIFICATION SYSTEM OF FLUORESCENCE STANDARDS

Applicability of Various Types of Standards for Instrument Set-Up and Calibration®

Types of standards (see Table 1 for explanation)

Function 0 Ia Ib IA 1B lIC IIA 1118 11(®
Instrument set-up
Alignment - + + * - - + - -
Positioning of FI. window
of analysis - - - +4 + + 42 4 +
Color compensation p- -t X - + + - + +

Instrument calibration '
Linearity = = 0 = = -
Noise level L - = - = -
Dynamic range > = s - . =
Zero channel value - = —~ - ~ -
Quantitative fluorescence
measurements
Asbitrary units (RFT) - — = - - =
MESF units per fluoro-
chrome, antibodies
bound per cell = = oy = = o 4 + =
Antibody binding
capacity - - - = - - - - +

AR

I+ +
+ 4+ 1 +
S S S

+

*Suitability for the specified function: + good; % poor; = none.

"Due to the fack of spectral matching between standards and sample, Type 1A or A standards only yield consistent results for a single
instrument, but not between multiple instruments (for explanation, see text).

"When used in combination with type 0IB and IIC calibration standards,




Availability of Various Types of Standards for Instrument Set-up and Calibration

i L

Classification

of heads Sources
' Mol. 0
Type Subtype BDIS! Biocytex? Coulter? DAKO! FCSC? Probes® Polysciences’ Sigma® - Spherotech? E
0 Certified blank ~ Certified blank Certified blank 7
(Certified Blank) 3
I A AlignFlow Fluoresbrite 0
(Alignment) B DNA QC par- Flow-Chek AlignFlow Plus -
ticles 9
1 A Flow-Sct PeakFlow Fluoreshrite Fluorescent par- -
(Reference) ticles P
B CaliBRITE Ref. Standards  Ref. Standards Microbead kits <
0C3 QC3, QCWin- QCWindows 3
QCWindows dows 4 o
C Simply Cellular ~ Simply Cellular e
1 A Immuno-Brit¢  Fluorospheres LinearFlow Fluorescent Rainbow Par- '.’.'
(Calibration) | Intensity Kit ticles c
B QuantiBRITE Quantum MESF  Quantum MESF Quantum MESF S
Kits Kits kits | =
C QIFIKIT QIFIKIT Quantum Quantum ;
Quantum > Simply Cel- Simply Cel- v
Simply Cel- fular lular 2
lular b
<
1Becton Dickinson Immunocytometry Systems, San José, CA, ;
Biocytex, Marseille, France, =]
3Coulter Corp., Hialeah, FI, and Coulter/Immunotech, Marseille, France, ;
1DAKO, Glostrup, Denmirk/Carpinteria, CA. >

SFlow Cytometry Standards Corporation, San Juan, PR.
éMotecutar Probes, Eugene, OR.

Polysciences, Warrington, PA. Ta QSC GT’I nga
Polysciences, Bang labs

&igma Chemical Co., St. Louis, MO.
“pherotech, Libertyville, 1.




¢ CD4-PE, F/P = 1/1

50000 CD4 uopia / CD4 kurrapo
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¢ UEOT] KAVUALOL KOPLPNG

¢ TomoBétnon Covav évtaonc ebopiopod (binning)
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BEADS.001
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Histogram Statistics

File: BEADS.001 Log Data Units: Linear Values
Sample ID: BEADS Acquisition Date: 06-Mar-01

Gate: Singlets Gated Events; 9507

Total Events: 10000 X Parameter: FL2-H FL.2-Height (Log)

Marker  Left, Right Events Geo Mean CV

All 1, 9810 9507 319.06 124.68

Low 12, 36 2393 20,75 14.38
Med-Low 143, 362 2383 248.42  10.57
Med - High 422, 965 2251 675.47 11.23
High 2017, 5829 2423 3263.51 9.91




Geometric mean
bead peaks
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Quantitation Calculations

Step 1: Click "Open..." button to
select an assay file acquired with
CellQuest's quantitative calibration
feature

e
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Calibration curve

: Slope: ‘ _13
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tep 2: Input means or medians of
populations of interest (linear
fluorescence) and read the number of
PE molecules bound
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QuantiCALC

Test1: Popl1: LYMPHS
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QuantiCALC

Test1: Popl1: LYMPHS
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PUCL

Identical microbeads with various calibrated binding capacities
of goat-anti-mouse 1gG on their surface :

Antibody binding capacity (ABC) provided

QSC, Cat. No. 815
Bangs Laboratories, Inc.

bead/" www.bangslabs.com
Ab siteOx

X 12

‘-(3 Blank
. 58333 MESF
‘ ean fluorescence intensity

MESF= Molecules of eqU|v3I nq soME§uorochrome



y =32790x - 3926.1
R’ = 0.9981

corresponding MESF

100000

Molecules of eq
fluorochro

/ measure by FC

mean fluorescence- HLA-DR-FITC (au)

Binding capacity
of cells in your sample

Courtesy of K. Rhageb



-/

EVAGELISMOS HOSPITAL 250ct00  12:02:02

COULTER(R) EPICS(R) Acquisition Flow Cytometry Report SAMPLE CELLQUANT CD38/8
ZO085188
OP ID: KATERINA 3
48 seconds, 2093 events
Initial cytosett. from pror. SAMPLE CELLQUANT CD38/8 Manual Stop

1
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o
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FL1

=
Stats: Not Normalized, Listgating: Disabled

Hist Region ID % PkPosX

1 A  AUTO 76.4 68.0

2 B B 299 {.102

C: £ 4.57 0,102

Region- 1D PkPosX Sount
D 107.1 495

E 14.8 420
F
G

1.68 447
0.581 101




CELLQUANT CD38/CD8
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SAMPLE CONTROL
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Koumoin ava@opag evracemv @Oopionov -
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Calibration Plot
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(amoutovVTal GLVONKEC KOPEGLLOD)

¢ MEBooot povipomoinong (m.y.
TOPOPOPLAAOEDON)

¢ TOmoc MoAD (kataokevaotic, KAOVOC )
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Cells Stained with Different CD4 PE
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Lymphocytes Stained with Different CD4 PE
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CD4 Expression on T cells
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Normal Blood Sample

B Fresh Whole Blood

B Freced Whole Blood

B Fresh Mononuciear Cells
] Fixed Mononuclear Celis
Bl Fresh Enriched cells
L | Fixed Enrniched Cells




AcvuPatec TiueC pe ypnon
OLOPOPETIKMV GLLEVYUATOV

Table 1
ABC Values Obtained for CYTO-TROL Cells and Different Sample Preparations by Using Both CD4-PE and CD4-FITC Conjugates

ABC

CD4-FITC revised
Samples CD4-FITC 15% for pH effect

CYTO-TROL 34,734 40,864

Fresh whole blood 22,156 26,066
Fixed whole blood 17,879 21,034
Fresh mononuclear cells 19,292 22,697
Fixed mononuclear cells ND ND

Fresh enriched cells 22,051 25,942
Fixed enriched cells 20,187 23,749

ND means "“not done.”




¢ IIpmteives amoOnTOONG
¢ MOplo TpooKOAANGNC

¢ [Ipwteivec opov (CBA)
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Figure 8: CellQuest data for detection of individual cytokines
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¢ IIpoyevvntikn 018 yvmon, avaADGT] «GTTAVIMVY

Kuttapwv (rare event analysis) (CD34)
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ABC (QSC)

CD3+ 134349- 45905
CD4+ (lymph) 54174- 35106
CD4+ (mono) 9246- 3094

CD8+

268868-190622




ABC (QIFI) X10°

T cells antigens

CD2 2417
CD3 St/
CD4 47114
CD5 50+11

CD7 28+7
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ABC x 10° molecules/cell

Ch11a  CDW4




Normal values B-ALL

eTdt+ >100x10° eTdt+ <100x10°

3 3




Bcells |[CD19(ABC*10°%)|CD20 (ABC*10°)

N.C. 22 94
B-CLL 13 65




T cells | CD3(ABC*10°) | CD7(ABC*10°)
N.C. 124 20
T-ALL 30 35

\ o




¢ QFCM - Oonyiec consensus
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