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Circulating Endothelial Cells (EPC) and
matured Endothelial Cells (CEC)

Diagnostical and prognostical potential

Microvascular disorders
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Pitfalls of FACS analysis

EPCs and CECs are extremely rare events (0,1 - 0,0001%)
Absence of standardized protocol

| ack of relevant markers

Journal of Immunological Methods 332 (2008) 31 —40

Research paper
Quantification of circulating endothelial progenitor cells: A
methodological comparison of six flow cytometric approaches
Emeline M.F. Van Craenenbroeck **, Viviane M.A. Conraads *, Dirk R. Van Bockstacle ”,

Steven E. Haine®, Katrien Vermeulen ", Viggo F. Van Tendeloo”,
Christiaan J. Vrints *, Vicky Y. Hoymans "



Sample proceeding

Unspecific binding via Fc gamma receptors

has been redu

ced by incubation with FcR

blocking reagent (Miltenyi, Biotec).

Erytrocytes has
chloride based

peen lysed with ammonium
lysing solution (self

prepared, BD
Uti-lyse

~ACS Lysing Solution, Dako



Markers

Lineage specific Dump channel PE-Cy5
CD45 X CD3 + CD19 + CD14 + CD15

EPCs:
CD34 FITC/CD133 PE/ Lin PE-Cy5
CD34 FITC/VEGFR2 (KDR) PE/ Lin PE-Cy5

CECs:
CD146 FITC/CD31PE/Lin PE-Cy5



Instrument set-up and Acquisition
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Compensation

MNC: singles

CD8FITC, CD8S8PE, CD8SPE-Cy5
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Gating Strategy
CD34/VEGFR2/Lin
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FL1: CD146

Gating Strategy
CD146 FITC/CD31PE /Lin PE-Cy5
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osteocalcin FITC/AL

L
]
[Tl

N

FL1: osteocalc

236 5

1924 ¢

THE |

128

Gating Strategy

104

206

1034

2|

1|:|1_

100

1
128
S5C

192

256

FL1: osteocalcin

FLZ: ALF

104

P PE/CDA45 PE-Cv5

F2

103

1014

1024 e

100-£
100

104

107
FLS: CD43

1034

1024

1|:|1_

100

R4

100

T — T
101 102 1079
FL1: osteocalsin

104



ENDOTHELIAL CELLS (EC) AND ENDOTHELIAL PRECURSOR
CELLS (EPC) KINETICS IN HEMATOLOGICAL PATIENTS
UNDERGOING CHEMOTHERAPY OR AUTOLOGOUS STEM CELL
TRANSPLANTATION (ASCT)

Kideryovad Lindal, Pytlik F‘u::-l:rertl1 Benesova Katef‘inaz, Veseld Rc-manal, Karban J osefl,
Rychtrmocova I—Ianal, Goettsch Winfﬂedj, Morawietz I—Iennings, and Trnény Marek!
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ENDOTHELIAL CELLS (EC) AND ENDOTHELIAL PRECURSOR
CELLS (EPC) KINETICS IN HEMATOLOGICAL PATIENTS
UNDERGOING CHEMOTHERAPY OR AUTOLOGOUS STEM CELL
TRANSPLANTATION (ASCT)

Kideryova Lindal, Pytlik Robertl, Benesova Katef‘inaz, Veseld Rc-manal, Karban J osefl,
Rychtrmocova Hanal. Goettsch Winfﬂeds. Morawietz Hoann'mg31 and Trnény Maret!
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Numbers of CECs were significantly higher in all groups of
patients in compare to healthy volunteers
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Numbers of circulating osteoblasts were significantly higher
In all groups of patients in compare to healthy volunteers
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Summary

We have established a reproducible, high sensitive method
for rare nonhaematological events detection, namely
CECs, EPCs and osteoblasts

Sample proceeding
Markers + Lin
Instrument set-up
Compensation
Acquisition

Gating Strategy

This method were applied to patients with disorders of
microcirculation, haematological malignities, psoriasis,
metabolic bone disease or trauma
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