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Antistof panel

tube lineage
1 PBS PBS CD45 PBS
2 CD235a CD117 CD45 CD71 erythroid
3 CD16 CD13 CD45 CD11b myelomonocytic
4 CD36 CD33 CD45 CD14 myelomonocytic
5 HLA-DR CD15 CD45 CD11b myelomonocytic
6 CD13+33 CD117 CD45 CD34 myelomonocytic
7 HLA-DR CD123 CD45 CD34 immature/basophilic/DC
8 CD7 CD56 CD45 CD34 immature/lymphocytes
0 CD5 CD19 CD45 CD34 immature/lymphocytes
10% CD15 CD11b CD45 CD34 myelomonocytic

NB! Geen beperking in de te gebruiken antistofklonen, fluorochromen
en xx-kleurenfluorescentie



Definiéren van subpopulaties in NBM

e Bulk lysis met NH4CI, acquisitie van minimaal 100,000 events

e Analyse van populaties door middel van de CD45, FSC en SSC
karakteristieken in combinatie met de specifieke merkers

Erytroide voorlopers | CD45-/dim/SSCiow/CD235a+/CD71+

Granulocyten CD45+/SSChigh/CD33dim/CD14-

Monocyten CD45+/SSCint/CD33bright/CD14+

Lymfocyten CDA45bright/SSClow




Definiéren van supopulaties in NBM
gating strategie

Exclusie van debris en niet-kernhoudende rood & vervolgens analyse
door middel van de CD45, FSC en SSC karakteristieken
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Pitfalls

Debris/niet-kernnoudende rood is niet altijd eenvoudig te
excluderen.

Apoptose die patronen kan verstoren

Neutrofielen: hypogranulair, gating contaminatie van monocyten
gate

Monocyten: hypogranulair, weinig mono’s, CD14- (onrijp)
Lymfo plak en aspecifieke expressie van lymfocytaire merkers



Interpretatie van de populaties/patronen

e Detectie van afwijkingen in:
o Erytroide uitrijping (71/235a, 117/71)
e Myeloide uitrijping (11b/13, 16/13, 16/11b, DR/11b,
onder- of over-expressie en aberranties)
e Monocytaire uitrijping (36/14, 14/64, DR/11b, 16/13,
onder- of over-expressie en aberranties)

e Flow score om de verschillende afwijkingen te scoren en
uiteindelijk een conclusie te kunnen trekken




1-Erytroid



Uitrijping erytroid

Normale expressie tijdens de uitrijping
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Te scoren afwijkingen in erytroide reeks

e Percentage kernhoudende rode cellen
e Afwijkende relatie CD71/CD235a
e Afwijkende expressie CD117




Antistof panel

tube lineage
1 PBS PBS CD45 PBS
2 CD235a CD117 CD45 CD71 erythroid
3 CD16 CD13 CD45 CD11b myelomonocytic
4 CD36 CD33 CD45 CD14 myelomonocytic
5 HLA-DR CD15 CD45 CD11b myelomonocytic
6 CD13+33 CD117 CD45 CD34 myelomonocytic
7 HLA-DR CD123 CD45 CD34 immature/basophilic/DC
8 CD7 CD56 CD45 CD34 immature/lymphocytes
0 CD5 CD19 CD45 CD34 immature/lymphocytes
10% CD15 CD11b CD45 CD34 myelomonocytic

NB! Geen beperking in de te gebruiken antistofklonen, fluorochromen
en xx-kleurenfluorescentie
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afwijkend

CD117/CD71

Voorbeeld normaal vs
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2-Rijp myeloid



Rijp myeloid

- Gating procedure

e MDS parameters:
* Percentage granulocyten
* Mate van granulariteit (SSC)
o Uitrijpingspatronen & expressie niveaus




FSC /SSC

Gating procedure
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SSC rijpe myeloide cellen
Ratio ten opzichte van de lymfocyten
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Ratio: 8.04 Ratio: 4.71

Referentiewaarden: > 6 (Ogata et al.)
SSC waarden zijn instrument setup afhankelijk.



SSCr

jpe myeloide cellen
Ratio ten opzichte van de lymfocyten
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EXxpressiepatronen
Normale expressie tijdens de uitrijping
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EXxpressiepatronen
CD13, CD16, CD11b
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EXxpressiepatronen
CD13, CD16, CD11b
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Antistof panel

tube lineage

1 PBS PBS CD45 PBS

2 CD235a CD117 CD45 CD71 eryvthroid

3 CD16 CD13 CD45 CD11b myelomonocytic

4 CD36 CD33 CD45 CD14 myelomonocytic

S HLA-DR CD15 CD45 CD11b myelomonocytic

6 CD13+33 CD117 CD45 CD34 myelomonocytic

7 HLA-DR CD123 CD45 CD34 immature/basophilic/DC

8 CD7 CDS6 CD45 CD34 immature/lvmphocytes

0 CD5 CD19 CD45 CD34 immature/lvmphocytes
10+ CD15 CD11b CD45 CD34 myelomonocytic

NB! Geen beperking in de te gebruiken antistofklonen, fluorochromen

en xx-kleurenfluorescentie



Voorbeeld van flurochroomkeuze

BC:
CD16F CD13PE CD45ECD CD11bPE-Cys

BD:
CD16F CD13PE CDA45 PerCP CD11bAPC
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Expressie
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[%] COM3PE ¢ COT1BCYS [*4] CO13PE / CO11bCYS [*4] CO13PE ¢ CD11bCYS [*4] CO13PE ¢ CO11bCYS [#] CD13PE ¢ CD11bCYS ;ate Wumber %Total %¥Gated X-AMe2an
"To Il z6.516 7EF% 100,00  I9,3E
15t
r T F ¥y
= = 2 04 &
= = = o =
127
T 2 T ] T ™ ” 1 ™ T T !
CD1ZPE CD1ZPE CD1ZPE CD1ZPE CD1ZPE
Gate Numbsr %Total %¥Gated X-AMean Gate Number %Total ¥Gated X-Amean Gate Wumber %Total ¥Gated X-AMean Gate Wumber %Total ®Gated X-AMean Gate Wumber %Total %Gated X-AMean
I£745 70,7 100,00 36,25 all 26.473 z 7 26.792 7F&,5E 100,00
6.288 15,41 1,51 G 8376 43,63
16.454 66 48 El.46 G2 15.068
1.304 EIT 1,I1% G3 Z.115
703 1,64 16,96 G4 P16
Gate ¥-aMean
all 136,31
Gl 70,12
G2 200,14
G3 2,58
ot 0.87



[] CO13PE ¢ COY1bCYS

Patronen
CD11b/CD13

a
G 2
=
CD13PE
[M] CO13PE # COM1bCYS . [M] COM3PE ¢ CO1bCYS [M] CD 3PE 7 COHABCYS . [] CO13PE ¢ COM1DCYS . [M] CO1ERE r CONTBEYE [#] COMEPE ¢ COA1BCYS
oo : - oo .
“ e 2 fop “ e 2 :
10° B 174
= - = - - -
2 > > > ¥ >
& & & & & B
= o' = '+ — = =
= & % s &= = e =
107 135 e 2
T T T . . u e
COM3PE COM3PE COMZPE COM3PE LD 3PE COASPE
\ [*4] COM3PE ¢ COY1bCYS \ [*4] COM3PE ¢ COY1bCYS \ [a] cD13PE ¢ COT1BCYS \ [*] COM3PE ¢ CD11bCYS \ [*4] COM3PE ¢ COY1bCYS [a] cD13PE ¢ COT1BCYS
“ et N = T “ o1 T =T [22 F
1t 1t 1t ] 1t
r T b r T
'y .; 'y ; 'y .; ' .; ' - E - ;
= 03 = 03 = 03 = 03 = ek o4 - =
1o 1o 1o 1 -
L L e e L L e us e 8 u L e e E L e L
COA3PE COA3PE COA3PE CDA3PE COA3PE COA3PE
Gate Number %Total %Gated X-AMean Gate Number %Total ¥Gated X-AMean Gate Number %Total %¥Gated X-AMean Gate Mumber %Total ¥Gated X-AMean Gate Number %Total %Gated X-AMean Gate Number %Total ¥Gated X-AMean
all .14 IZ.IF7 100,00 33,46 all I5.05E 23,01 100,00 all LI.58E 100,00 20,82 all LF.36D FEAT 100,00 3,71 all &§.640 0,47 100,00 45,23 all 21.5%2 100,00 14,06
G1 1661 443 15,04 a1 1.70E 7T 5,3 G1 8548 36,74 163 G 3461 586 11,67 a1 192 068 2,77 2,08 G 3.9% 1.EE
Gz BE.612 16,03 68,90 46,75 G2 I£.018 68,68 &2,69 Gz 12,91 B4, 74 1B 61 G2 I3.I181 e6,EL 8E.0F 36,58 G2 &.301 I%,18 96,08 BD#0 G2 7651 18,02
a3 %0 0,83 3,56 2,61 G3 203 0058 0,70 a3 164 1,12 a3 383 1,09 1,40 2,60 G3 2 0,48 0,60 2,80 G3 5592 1,78
o4 6%2 1,9 8,50 7759 G4 2121 6,06 7,30 o4 1.862 7,85 o4 44 0,70 0,89 15,57 O4 9 0,34 1,10 67,17 o4 4021 15,52
Gate Y-AMean Gate Y-aAMean Gate Y-AMean Gate Y-AMean Gate Y-aMean Gate Y-AMean
all 144,50 all 91,29 all 143,57 all 122,37 all 178,35 all 33,34
Gl E&,11 Gl &7.%93 Gl 8E,TE Le) | Gl E%,E3 Gl ED, &3
G2 154,14 G2 100,14 G2 I0E, 67 G2 G2 184,10 G2 83,11
a3 1,87 a3 4,87 a3 4,07 a3 a3 3,67 a3 1,8E
o4 1.68 o4 2 .48 o4 1.96 O34 o4 2,81 o4 0,92




CD13 PE-A

235

Patronen
CD11b/CD13

MN-Bh-Tube 002

877

0 10 il 10®
CO11h APC-A

MDS-1-Tube_002 WOS-2-Tube_002 WOS-3-Tube_002
] o] o]
< = - 73 < 77
N W R
o o o ]
| | .|
& o =3 a =7
= PSR- <
EI -|||||||||I|||||||||| T |||||||| ||||||||| T % _||||||||I|||||||||| T |||||||| ||||||||| T g: _||||I|||||||||I T |||||||| ||||||||| T
sV 10 10 10 a0 10 L T s D 10° ot
' COMTh APC-A CD11h APC-A CO11h APC-A
MO S-4-Tuhe 002 WD 5-B-Tube_002 MDS-f-Tuhe_002
] o] o]
= ® < 93 < 73
w E L E LU ]
o] o o
T o] o,
= [ 0 =3
O] O 3 o 3
] E E
g TTT |I |||||||||I T |||||||| T |||||||| T ;x; -||||||||||II||||||||| T |||||||| T |||||||| T § :||||||II||||||||| T |||||||| ||||||||| T
s D 10’ ot gm0 107 10" 10° g D 10° 10 1°
CO11h APC-A ' CD11h APC-A CO11h APC-A
WOS-8-Tube_002 MDS-9-Tube_002 WDS-10-Tube_002
o
< < 23 *
i [T w3
o o ] o ]
) Dy Men
5 5 73 8 7%
L} 3 [ &) 3 ] ]
gl :|||||I|||||||||I T |||||||| T |||||||| T E- T | Il ||||||||| T |||||||| T |||||||| T EI _|||||||||I|||||||||| T |||||||| T |||||||| T
o D 10’ R om0 1’ 10* 10° wogy D 10’ 0 10°
CO11h APC-A COT1h APC-A ' CD11h APC-A

Verdeling
binnen een
patroon kan
afwijkend zijn,
terwijl de
expressie
normaal is.

Hoe dient dit
beoordeeld te
worden?



EXxpressie
CD13 en CD11b

M-Bh-Tube_002

M-Bh-Tube_002

) F?EI| I1I.IZ|IZIIIZII I1I.%5|ZI

Count

Count
Wt

10°

a
10
CD13 FE-A ’ CD11h APC-A

MDS-1-Tube_002

MDS-2-Tube 002

Count

Count
v v v

Onder- of overexpressie:

10°

10?

e D13 PE-A ‘ s e CD11h APG-A ‘ Minimaal een halve |Og (faCtOI‘ 33)

MDS-3-Tube 002 MOS-6-Tube 002

verschil met het normale BM.

Count

Count
S P PP Wi o P

f,

aifo 10? 10 1n?

b CD13 PE-A E CO11b APC-A

MOS-4-Tube_002

MOS-9-Tube_002

Count
Count

i 1020 10° 10

CD13PE-A ’ CD11b APC-A




Expressiepatronen
CD15, CD11b, HLA-Dr

eMYELOBLAST

ePROMYELOCYTE

eMYELOCYTE

eMETAMYELOCY
T

eNEUTROPHIL

CD15




Patronen
CD15 — HLA-Dr — CD11b

CD11b

CD11b

Myeloblast

CD34
CD117
HLA-DR
CD13Migh
CD33Migh

CD15

Promyelocyt

CD117

CD13Migh
CD33Migh
CD15

HLA-Dr

Myelocyt

l.-.

CD13dm
CD33dim
CD15
CD11b

Metamyelocyt

CD13
CD33dm
CD15
CD11b
CD16

Neutrofiel

CD213Mign
CD33
CD15
CD11bMi9n
CD16"9n



Antistof panel

tube lineage

1 PBS PBS CD45 PBS

2 CD235a CD117 CD45 CD71 erythroid

3 CD16 CD13 CD45 CD11b myelomonocytic

4 CD36 CD33 CD45 CD14 myelomonocytic

) HLA-DR CD15 CD45 CD11b myelomonocytic

6 CD13+33 CD117 CD45 CD34 myelomonocytic

7 HLA-DR CD123 CD45 CD34 immature/basophilic/DC

8 CD7 CD56 CD45 CD34 immature/lvmmphocytes

9 CD5 CD19 CD45 CD34 immature/lymphocytes
10% CD15 CD11b CD45 CD34 myelomonocytic

NB! Geen beperking in de te gebruiken antistofklonen, fluorochromen
en xx-kleurenfluorescentie



Voorbeeld van flurochroomkeuze

BC.:
CD15F HLA-DrPE CD45 ECD CD11bPE-Cys

BD:
CD15F HLA-DrPE CD45 PerCP CD11bAPC




Patronen
HLA-Dr/CD11b

MN-Bh-Tube 004 MOS-1-Tube 004 WOS-4-Tube_004 MO S-7-Tube_004
<™ o] : <o <o
&7 a7 &= 42
o o o o
= s = =
2o Zg S, =L
5 & a =
] = L&) [ &) ] L]
%- E| T | I | T |||||||| T |||||||| T |||||||| T § TT | I | T |||||||| T |||||||| T |||||||| T % 3 T | I | T |||||||I T ;||||||| T |||||||| T % :l T I Il T ||||||.|| T TTTT T |||||||| T
g D0 1’ T g 10D 10’ ot s 010 10° 0t ot s 00 10° ot
HLA-Dr PE-A HLA-Dr PE-A HLA-Dr PE-A HLA-Dr PE-A
MDS-12-Tube_004 MDS-13-Tube_004 MOS-15-Tube 004
“a “ay ‘o
oo <] L]
S IS E .‘:'—i
% % < 7
= =, =
= =" ="o3
o o 3 [
L = (SR
- : o =
%. -| T | “ | T |||||||| T |||||||| T |||||||| T 3. T | I I T |||||||| T |||||||| T |||||||| T w T | I I T |||||||I:] T II”"TI‘ TTTm 5
a3 D n’ ot o 010 10’ 10 10* a0 O o 10 10
HLA-Dr PE-A HLA-Dr PE-A HLA-Dr PE-A
WOS-17-Tube_004 MOS-18-Tube_004 MOS-19-Tube 004
S o
&7 o7
o o
= =
L QM
= o
o] ] o
Cr::) s TT I I | T |||||||| T |||||||| T |||||||| T E- = T | I I T |||||||| T |||||.||I T |||||||| T % = T | |I | T |||||||| T |||||||| T |||||||| T
s D 10° R g 007 10’ 10* 10° s OO0 il o’
HLA-Dr PE-A HLA-Dr PE-A HLA-Dr PE-A




Count
I T P YR e

Expressie
HLA-Dr

M-BM-Tube_004

D5-1-Tube_004

Ondanks de afwijkende patronen (HLA-Dr/

Count
LY N A TR A

] o CD11b) geen verhoogde of verlaagde
o o T T T T e T T T e T expressie niveau’s van HLA-Dr

HLA-Dr PE-A

da
&

s WDS-13-Tube 004

Count
NS i s N iR

3
T 'lllll"'llllll TTTT ||||| 1T |||||| TTT |||||| T
0% o 10 10’ i 10°

HLA-Dr PE-A

-296

Ea
&=

s WDS-10-Tube 004

Mogelijk breed vernoogde expressie

Count
N Y R R T YA P

T '||||||I|||||||| T TTT ||||| T TT |||||| 1T |||||| T
08 o 10? 10 flin 10
HLA-Dr PE-A

-285




Count

Expressie
CD33

M-Bh-Tubs WOS-1-Tub MOS-2sTub MDS-7sTubge 007
G —3 a3 i
= =27 24 =7
5 =£ EE =
=] €24 ISFE =
27 ELE EEE e
E E [SE-E (SR
=27 E-E 73 27
g 9 EE =
ad =1 =3 21
e : & e ]
E . . 3 . 3 . E
= T |||||.||| T ||'|||||| T T T T AT T Iorr T II'IIIII| rrrrmr T T [LLLLL (L ||||_|'||| T ||'|||||| LRI . _| LI | I PR ||||.||| T ||'|||||| T _ T
g 1070 10 10° 10* 10° 50 0F0 0 10’ i 0° gy 000t 10” 10 10° s 00" 10” 0 10°
CD33 PE-A CD33PE-A CD3I3PE-A CD33 PE-A
= m0S-12-Tulye 001
g EE : :
a4 23
= 23
3 83
a =3
[ 25
== ==
[s3=m (SR :
] EE .
] E g :
a1 EE . .
] EE . H
] oE . .
= T T | |I | T IIIIII| T TTTTT T IIIIIII| T
g 1070 10 10’ 0 10* g 000 107 10° i 1
CD33 PE-A CD3I3PE-A

Expressie CD33 beoordelen in relatie tot de monocyten en
onrijpe cellen,



Expressie
CD33 - Polymorfisme

, N-EIM-El'ubE UU1: o M-BM-Tube_001 M-BM-Tuhe_001 y
LR 4 S A PR : I i I A T : 4t T TR I O
e CD3I3PEA e CD33 PE-A e CD33PE-A
c. MDS-'H:-TU £ DD:1 _ MDS-11-Tuhe_001 g WMDS-11-Tuhe_001
T i . Zwakke CD33 expressie op
o o o de rijp en onrijp myeloide
N ° 3 5] cellen. CD33 expressie op
¥ 2 E monocyten is normaal.
B4 S SO PR o I R I T O 4 T I I O
e CD33 PE-A a1 CD33PE-A e CD33PE-A
2. MDS-1?-TU_K]E DQ.1 § MDS-12-Tube_001 y MDE-12-Tube_007
o g 2 Zwakke CD33 expressie op
=53 = ohE de rijp en onrijp myeloide
5% ° ehe cellen. CD33 expressie op
: . f ¥ monocyten is ook zwak.
RN A A A R I T T RLETTTE TR > Wrs. polymorfisme
CD33PE-A CD33PE-A CD33FPE-A




Aberrante markers op granulocyten

CD5

CD7

CD14
CD19
CD34
CD36
CD56




Antistof panel

tube lineage

1 PBS PBS CD45 PBS

2 CD235a CD117 CD45 CD71 erythroid

3 CD16 CD13 CD45 CD11b myelomonocytic

4 CD36 CD33 CD45 CD14 myelomonocytic

) HLA-DR CD15 CD45 CD11b myelomonocytic

6 CD13+33 CD117 CD45 CD34 myelomonocytic

7 HLA-DR CD123 CD45 CD34 immature/basophilic/DC

8 CD7 CD56 CD45 CD34 immature/lvmmphocytes

9 CD5 CD19 CD45 CD34 immature/lymphocytes
10% CD15 CD11b CD45 CD34 myelomonocytic

NB! Geen beperking in de te gebruiken antistofklonen, fluorochromen
en xx-kleurenfluorescentie



Count
1

M-BM-Tube 006

EXxpressie
CD7 en CD56

il e

5?0

i
=3

P1

10
CD7 FITC-A

10n*

L |||||||s T

o

Count

M-BM-Tube_006

i

LI |||||| T T ||||||| T
0% o 1o? 10° 1t 10°
CDAa6 PE-A

Count

MDS-20-Tube 006

500 TS0 1,000
P R i

0

f... 0

-0

10 10°
CDTF FITC-A

Count

MDS-8-Tube 006

0?0 10° 10
CDAa6 PE-A

Count

MOS-4-Tube 006

10
CD56 PE-A

Count

MOS-2-Tube 006

428

10? 10
CDAE PE-A

Expressie beoordelen icm
achtergrond aankleuring

Count
TR A FTAY

MOS-20-Tube 006

0900

1

f

P1

4 010 10
InG1 FITC-A

o

T T T T _ T
a 4 5

10

Count
0 150 200 20 30

MOS-2-Tube 006

0
L

1

¥

f

2 2 a
agg 107 010 10 10
19G1 PE-A

P1




HMEECD

[}

all
H1

H2
H3
H4

MEECD

Cl

Expressie
CD56

[#] COS6PE / CD45ECD

[M] COSSPE ¢ CO4SECD

Gate X-AMean Y-AMean

all
HA
H2
H3
H4

£,04 30,00

1,28 33,14
4333 19,82
HIA el
A A

all 21,05
H1 0,38
H2 33,50
H3 HIA
H4 HiA

3
. |H3 H4 . |H3 H4
107y 107
e En e s e L T 1
CO56PE CLSGPE
Gate X-AMean Y-AMean Gate X-AMean Y-AMean
0,58 ; all 070 36,16
0,72 H1 0,64  36,1E
5,EE H2 546 38,3F
Mk H3 NEA MAA
B Ha HiA Mk
[#] COS6PE ¢ CD4SECD ) [#] COS6PE / CO<SECD [#] COS6PE ¢ Ch<SECD ) [#] COS6PE / CD<SECD
T = " =
10" 10"
; L ; ; 10+
NCE [ NE = NE [ NCE =
107y 107 177 107
L L T s 4 T g g LT P T T P s
CL56PE CLOS6PE CL56PE




Expressie
CD5 en CD19

M-Bhd-Tube 007 M-Bh-Tube_007
27 ugv—
= gz = §_:
g vC_!__ =21 g -—': (=] . -
& ¢ Expressie beoordelen icm
& ] .
] : achtergrond aankleuring
= LI ||||||| T |||||||| T = L LI ||||||| T |||||||| T
o wf 10 10* 10° a0f 0 10° 10° 10* 10*
b CDSFITC-A 8 CD19 PE-A
MOS-20-Tube 007 2 MODS-20-Tube 006
g—é
g%é P1
» | °23
G_g T T |||||||| T |||||||| T
10° 10 10° g O 10° 10 10" 10°
CDaFITC-A IgG1 FITC-A




NBM

[#] CBASPE ¢ COMSECD

[#] CO13PE ¢+ CDMSECD

1at

1at

MEECD

Cl

MEECD

(W]

Gate Mumber %Total ¥Gated X-AMean

K HZ
k3 4
= 4 =
CLHSPE

Hi Fz
E b+
= u =
COM9PE

Gate Mumber %Total ¥Gated X-AMean

Expressie

CD19

all 15.90% 54,03 100,00 all 20.56% B&,74 100,00
H1 15,568 53,38 H1 I0.534 BE,6T 95,88

Hz 1 0,1E Hz I8 0,07 0,12

H3 0 0,00 H3 0 0,00 0,00

H4 0 0,00 H4 0 0,00 0,00

Gate Y-AMean Gate ¥-AMean

all 36,11 all 36,17

H1 36,20 H1 36,23

Hz 4E 18 Hz 71,83

H3 HAA H3 HiA

H4 HAA H4 HiA

[#] CO19PE ¥ CO4SECD [#] CD1SPE ¢ CD45ECD [#] COASPE ¢ COYSECD

HZ

. |H3 H4
.
™ T
CDAPPE

Gate Mumber %Total XGated X-AMean
all 23 318 54,50 100,00 1,30
H1 21.580 50,44 921,55 0,78
H2 1.738 4,06 7, 4E 7,62
H3 o 0,00 0,00 Hi&
H4 o 0,00 0,00 A
Gate Y-AMean
all £3,02
H1 40,30
H2 76,83
H3 Hra
H4 HiA

ECT GE]

HMEECD

Cl

CO13PE

Gate Mumber %Total XGated X-AMean

All I7.508 FE,E% 100,00
H1 24373 65,64 68,60
Hz 3438 E56 11,40
0,00 0,00
0,00 0,00

3,01

0,54
43002
HA
MiA

MEECD

&)

1t

HZ

o JH3 H4
™ T T
CO12PE
Gate Mumber %Total ¥Gated X-aMean
All 25.451 721,63 100,00 1,52
H1 23.5I8 67,21 91,29 0,70
H2 1.966 5,82 8,38
H3 el 0,00 HiA
H4 o 0,00 NS
Gate Y-AMean
All 35,10
H1 38,58
H2 17,51
H3 NS
= ErY




Expressie
CD14 en CD36

[%] COM4CYE F COIGFITC

1 1k

=
T
CD14CYE

Gate Mumber %Total ¥Gated X-AMean
all 21.245 60,70 100,00 1,67
H 1268 3,6% 552 2,66
Jz 102 0,2% 0,48 11,96
12 19681 BESE 9217 1,41
34 304 0.&7 1,43 10,31
Gate Y-AMean

all 1,75

1 12,81

Jz 19,87

i3 0,5E

34 1.37

i [#] CO33PE / COSEFITC ) [M] CO14CYE ¢ CDIEFITC

T = =g -

107
5 oo z
S ks =

107

T
CD33PE i
CO14CYE

Gate Wumber %Total %Gated X-aMean
all o4 TAE &DTO 100,00 4 55 Gate Number %Total XGated X-AMean
T e G All 15.37% £3,%4 100,00 11,70
K2 1165 3,34 EED 3,57 L e B, 43 3,53
K3 836 I,3% 3,54 1,18 Jz 5611 1 36,91 1856
K4 19,218 B4,%1 90,46 £z 13 £.536 1 5,51 1.6%
Cate Y-AMaan ' ' ' 1% 4023 1 26,16 15,05
all 1,70 Gate ¥-AMean
K1 31,60 all 18,28
= g 1 39,68
K3 0,68 Jz 3,3
Kot 0.58 a5z 0,58

[#] CD33PE 7 CO3EFITC

I

COMGFIT]
a
A

K3

all 16,373
K1 0

z 6.330
K3 0
K4 5045
Gate Y-AMean
All 18,16
K1 MiA
K2 38,07
K3 MiA

K4 1,40

CD33PE

Gate Mumber %Total ¥Gated X-AMean
431,94 100,00 16,53

0,00 0,00 Mih
18,09 41,16 14,45
0,00 0,00 HiA

IE,6E  EE,&4 17,55



EXxpressie
CD34

a MN-BM-Tube_00F - MN-Bh-Tube_008
H =
2] EE
5] ik
E 4 = 31
z 7 F3 ENE P1
o] [S3=5
= III::| T ||||||| T ||||||||s T C'_: H A II::| T ||||||| T ||||||||S T
a8 10 1] 10 386 -107 010 10 10 10
D34 APC-A lgG1 APC-A
WMDS-4-Tube_006 MDS-4-Tuhe_ 006
cE i
== ==
2] P2 =3 P1
S E3=5
q 3 a 3
a5 10 10 an 10 10
CD34 APC-A o1 APC-A
o MDS-21-Tube 006 5515875-Tube_006
2 o
s 7 =
a7 P FEE 1
o © 23
] 25
H EE
G—_ 2 2 B 5 C'_: II::| T |||||||| T ||||||||S T
s 0010 10 10 10 A 0 10 10 10
D34 APC-A lgG1 APC-A

Verhoogde achtergrond

Positieve subpopulatie



3-Monocytalr



EXxpressiepatronen

Normale expressie tijdens de uitrijping

MONOBLAST PROMONOCYTE MONOCYTE
CD14
CD11c
. / CD36
CD34 CD64 J /

CID11

Met dank aan: A. Orfao



SSC-H LINEAR

400

Side Scatter

200

Gating procedure (1)

NBM

300 400 600 800
Forward Scatter:FSC-H LINEAR

Side Scatter:SSC-H LINEAR

400

1E1 1E2 1E3
CD45 PerCP:FL3-H LOGARITHMIC

FL2-H LOGARITHMIC

CD33 PE

000
0000
0000
o000
0000
000
o0

-

W

=

“.

A -

= ]

N- ..

A -

=

-

W

-

1 1E1 1E2 1E3 1E4

CD14 APC:FL4-H LOGARITHMIC

Stap 1: Débris en resterende rijpe rode bloedcellen uitgaten

Stap 2: Op CD45pos cellen gaten

Stap 3: Op CD14pos, CD33pos cellen gaten



NBM

Side Scatter:SS5C-H LINEAR
400

Gating procedure (2)

200 600 00 | 10|00
2?0 | 4?0 | 6?0 | 81')0 | 1000

Side Scatter:$SC-H LINEAR
1 1 1 4Ioo 1 1 1 aI
Side Scatter:SSC-H LINEAR

1 1E1 1E2 1E2 1E4 1 1E1 1E2 1E3 1E4 1 1E1 1E2 1E2 1E4
CDA45 PerCP:FL3-H LOGARITHMIC CDA45 PerCP:FL3-H LOGARITHMIC CD45 PerCP:FL3-H LOGARITHMIC

Stap 4: CD14 + cellen backgaten in SSC vs CD45 plot

Stap 5: Verfijnen van gate, door SSChigh events eruit te gaten
Vanaf nu mono events gehighlight om het duidelijker zichtbaar te maken.



NBM

Gating procedure (3)

b o
© ¥- g
E ]

-

E e S
o - o
g 7 <
(L] ge
o = 34
.| | e

| T
L =7 xy
o~ ] »g
-l N
e o
L o]

[« T [ )
0 S
[ ] o N
o "I
I =
1 1E2 1E3 1E4 o | 200 400 | 00 | £00 1000
CD14 APC:FL4-H LOGARITHMIC Forward Scatter:FSC-H LINEAR

Stap 6: CD14+ events backgaten in FSC vs SSC plot
Kwantificeren monocytaire cellen:

Percentage CD14+ cellen op basis van deze gating strategie ten opzichte van
het percentage lymfocyten



Antistof panel

tube lineage

1 PBS PBS CD45 PBS

2 CD235a CD117 CD45 CD71 erythroid

3 CD16 CD13 CD45 CD11b myelomonocytic

4 CD36 CD33 CD45 CD14 myelomonocytic

) HLA-DR CD15 CD45 CD11b myelomonocytic

6 CD13+33 CD117 CD45 CD34 myelomonocytic

7 HLA-DR CD123 CD45 CD34 immature/basophilic/DC

8 CD7 CD56 CD45 CD34 immature/lvmmphocytes

9 CD5 CD19 CD435 CD34 immature/lymphocytes
10% CD15 CD11b CD45 CD34 myelomonocytic

NB! Geen beperking in de te gebruiken antistofklonen, fluorochromen
en xx-kleurenfluorescentie
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