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Results of synchronized experiments

« Synchronized data acquisition in 8 centers

Antibody combination:

PacB PacO  FITC PE z;gcg PECY7  APC  APCH7
CD20 (D45 CD8 cd27  CD4 D19 (D14 D3
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Synchronized light scatter experiments

"Local” settings EuroFlow settings

o o ]

(-] [ -

o o]

(-] -

o =

™ [

o = ]

o o | E

o] =]

o o =

o o ¥

o ....I'> o ] is

2 g 22
i s =
-l 1 -l 1 =
o o <
1] E L5 ) E o v
2 @ i -« il
= ] -3 ] 1 250000
ﬁ E FSC-A LINEAR
- 3
N L5 ]
w ' - L) .

ol B .

50000 100000 150000 200000 250000 3 50000 100000 150000 200000 250000
FSC-A LINEAR FSC-A LINEAR

7 different normal PB samples acquired in 7 different centers

n
+ = &
LI I
Fp e e o*
L, .
L

EuroFlow

&




Results of synchronized experiments

APS view of 8 merged data files from different centers (n=8)
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Results of synchronized experiments

MFI

| Stabilized donor

Interlaboratory MFI CV
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Results of synchronized experiments

APS view of 30 merged data files from different centers
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MERGED DATA FILES FOR SINGLE STEP GATING

Full phenotypic profile

CD20-PacB~>

FSC-A LINEAR

SSC-A ExXp-SSC Low

CD8-SmiyL-FITC °

CD56-SmiygK-PE

cD3-APC [*

CD38-APCHT

CcD45-PacO

CD10-PE
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A single gating step for 5 different data files (tubes)




$5C-Height:55C-H Exp-55C Low

DATA CALCULATION IN THE INFINICYT™ SOFTWARE

300 500 200

200

Event X in tube 1

i

i 4B 1E2  qes B4
CD22 FITC:FL1-H LOGARITHMIC

Calculated FMC7 value for event

FMCT FITC:FL1-H LOGARITHMIC

Xi

n tube 1 (based on data from
event Y in tube 2)

T T T TR T T T TTT T T T TTTTT
1 1E1 1E2 1E3 1E4

CD2Z2Z FITC:FL1-H LOGARITHMIC

SSC-Height:55C-H Exp-55C Low

Tube 2

Event Y: Nearest neighbour
of event X in tube 2

1E1 1E2 o IIIljll_IIE:i o ””]I.IIEITI
FMC7 FITC:FL1-H LOGARITHMIC




MERGED & CALCULATED LISTMODE DATA FILE
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CALCULATED VS MEASURED DATA

FIGURE 4
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Generation of ref

erence data files

Merge
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Generation of reference data files

Merge Calculate Export  Add to reference
_ | _ - pool:
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L) .
QQQQQ

EuroFlow



Results of standardized experiments

EuroFlow Panel for Plasma Cell Disorders:
Can we identify the center?
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Results of standardized experiments

| Case versus normal reference pool |

LST combination
Normal B-cells pool
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Results of standardized experiments

| Case versus normal reference pool |
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ALOT:
Reference datafile
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ALOT. Reference groups
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Responsible scientist:
Ludovic Lhermitte

T-ALL
Panel

- BCP-ALL cases (n=89)
- T-ALL cases (n=27)
- AML cases (n=36)




BCLPD classification panel

BCLPD disease category reference groups

Responsible scientist: Sebastian Bottcher Flow



Quality Control. December 2010

« Synchronized data acquisition in 9 centers / 10 instruments

Antibody combination:

PacB  PacO  FITC PE  (orP PECy7  APC  APCHZ
y5.5

CD20 & CD8 &  CD56 &

s D45 B e (D5 (D19 smcD3  CDBI
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Quality Control. December 2010

Clustering of normal lymphoid (sub)populations

CD4+ T-cells L
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Quality Control. December 2010

Clustering of normal lymphoid (sub)populations
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Quality Control. December 2010

Clustering of normal lymphoid (sub)populations
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Quality Control. December 2010

Clustering of normal lymphoid (sub)populations
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Quality Control. December 2010

Clustering of normal lymphoid (sub)populations
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Quality Control

Clustering of normal CD4+ T-cells
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Quality Control

Clustering of normal CD4+ T-cells

VIOLET laser
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Results of SOPs implementation

| EuroFlow LST combination: B-cells |

One sample with a One sample with
22 healthy donors uniqgue abnormal B- normal and abnormal
cell population B-cell populations
8 different centers/instruments, over 4 years ,},’E‘,{,
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Results of synchronized experiments

Generation of standardized &
highly reproducible results
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Which problems are Which are we

we facing? solving?
- Many reagents (costly and complex) - No redundancy
- Need expertise (reference profiles) - Computer expertise
- Time consuming - Fast
- Technical limitations - Real multi-D FCM
- Many (my) strategies (suboptimal) - Harmonized
- Not standardized (reproducible?) - Reproducible

- Limited clinical utility - Higher clinical utility



THANKS



	Ejemplos prácticos de la estrategia de calibración: reproductibilidad entre los grupos EuroFlow
	Número de diapositiva 2
	Número de diapositiva 3
	Número de diapositiva 4
	Stabilized donor
	Local normal donors
	Número de diapositiva 7
	Número de diapositiva 8
	Número de diapositiva 9
	Número de diapositiva 10
	Número de diapositiva 11
	Número de diapositiva 12
	Número de diapositiva 13
	Número de diapositiva 14
	Número de diapositiva 15
	Número de diapositiva 16
	Número de diapositiva 17
	Número de diapositiva 18
	Número de diapositiva 19
	Número de diapositiva 20
	Número de diapositiva 21
	Número de diapositiva 22
	Número de diapositiva 23
	Número de diapositiva 24
	Número de diapositiva 25
	Número de diapositiva 26
	Número de diapositiva 27
	Número de diapositiva 28
	Número de diapositiva 29
	Número de diapositiva 30

