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Intestinal crypt

Apical cells

Transitional cells

Basal cells
LGR5 gradient EpCAM gradient
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Experiment I

Flow cytometry using
single stains and various
antibodies on normal

colonic epithelial tissue

Is the unspecific staining
caused by the antibody
concentration?

Is the unspecific staining
linked to viability?

Viability stain using 7-
AAD on colonic cells

%$

Cell line antibody
titration experiment CDA45 and LGRS stain on a

SRRl somparing Fybrand using CD24, EpCAM, and population of leukocytes
7-AAD. chaa

Cell line (HT-29) viability

Is the unspecific staining
caused by the LGRS
biomarker?

Can the concentration of
viable epithelial cells be
increased before flow
cytometry?

Cell line EpCAM
enrichment using the
MACS Procedure

F%710 #0 @@0 @10 .9@0 9@0 .=0 = >>0

90  >>=4=A5/

~—

~—

"4# 5



)- 8 4# $ 8 ' 5 ## /*

$ L} 0 | n
' /* K
' $ /* ' T
' 4=5 M $ / "9 /19
$ v /
'_-sus-% A 250K = B 250K = C % D
< = ] EM'
8 2 3
i O 100 =
&% tox TH# % &.8&.7% % %( #
9.:! 9: ' % ( % + % # &'
9& .: / % + % ! &.
I &.7 % I # &, 8. ! 9:
% n % &. 8&.7! 95 5(% % %
! ! % ' 9. % 90: ' I % %
- .t , *
1 1 1 / * 1
F @@+( (+ /10 @1G *0 %7 1+(+6 72?20 .9@+#(+6C??,0 #+(0 9@+(0 .=+
*0 =>>+# @AAD  9+#(0 >> +# @AAI $ /
# oo ' 9/9/* '
- ‘ ' $+$ 4 +#5 +
$ 4 +#5/ 7 9 ' $ !
‘ I7 = . 2 -
‘ + 4 =5/
‘ !
) L} +_ L}
/* | +-
/
- /.0
6 1 - - 1
/* K - ' ' K
"O?+HHA ! +- | 2+
' /
# - $ 8*+9: >1 ; =
' | * $ - 8*+9:
=F= I 6+ @1 2+ - ry
/



! $ /7 0
/
- 0) 1 "
* @1
+! S R
o #  @Ls$ I#
# @1 I* % S
@1 % 1/* $ ' ' /

- 0. e * :

A MACS separation procedure was performed to agkessffective use of the tissue handling procedTine principle
of MACS is based on a magnetically labeled EpCABirs{Microbeads) that will retain the stained cellghin a

special magnetic separator while other cells ruouph. The separate cultures of AMO-1 and HT-29schist

unstained and stained with EpCAM antibody-linkedwte examined for EpCAM expression. Subsequettié/HT-

29 population was mixed with the AMO-1 (1:2) cuduand magnetically labeled with EpCAM MicroBeadfieT
resulting cell suspension was placed in the magrietid of the MACS separator and the run-througiswollected.
The tube was then removed from the magnetic field the positively selected EpCAM cell fraction waslected.

Further details are listed in appendix F.
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5 10
1o 1_ B .smﬂ.‘ L . ackare N 1 otTR | Colon single stain_EpCAM.fes | Cells3 81108
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~Sample Name | Subset Name | Count Sample Name ‘Subset Name | Count
HT29 Antibody Titration_Ep A 1_32 fos Single Cells | 24582 HT29 ntibody Titration_CD44 1_32 fos Single Cells | 25086
1| HT28 Antibody Titration_EpCA 1_15 fos Single Cells | 24743 1| HT28 Antibody Tiration_CD44 1_18 fos Single Cells | 25111
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After the MACS procedure the mixture of the cultdesmonstrated almost a 100 fold enrichment of EpCAM
positive cells (from 0.7% to 68.3%). Thereforesaems likely that the MACS procedure using EPCAM is

suitable for future experiments.

Cell count

Before MACS
AMO-1 cell line HT-29 cell line AMO-1 and HT-29 combined
190 = cr326 EpCAM- COI26 EoCAMs 100 = cD328 EpCam- CDIZBERCAMs | 100 = CO326 EpCAM- CD326 EpCAn+
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] | Ao t_urstaimed.fos Cells 18475 || HT22_stained with CO328.fog Cellz Ba012
After MACS
Flow Through (MACS negative) Enriched Population (MACS positive)
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SSC-A

¥

CD24a, sCD24a, SSC-A CD24, SSC-A subsaot-2
6.865 2,14
T cnfeid
Sample Name | Subset Name | Count |
Colon single stain_CD24.fcq Cells 1 |5.1765 |
P T : <
i 2
. [
R B DR
-10° 3 10° 10? 10°

Comp-PE-A :: CD24

Sample Name Subset Name | Count
| Colon single stain_CD24.fcs | Cells! 51765
CD24 M| Colon single stain_Unstained.fcs Celis1 4,36E5
<
@
2
Q
<]
5
%
§
R R RS R AR | A AR B
0 10° 10* 10°
Comp-PE-A :: CD24
* [ —
' 1 - / * '
sl@<
* ! $

Sample Name Subset Name | Count
M| Colon single stain_CD24.fcs | Cells3 55130
| Colon single stain_Unstained.fcq Cells3 45300
10°

Comp-PerCP-Cy5-5-A

m'l'lvlllll T T Ty v
-10° 0 10° 10* 10°

Comp-PE-A :: CD24

al<

>/Al< @A/ <

Comp-PE-A :: CD24

CcD24, SCD24, SSC-A CD24, SSC-A subsot-2

Colon single stain_CD24.fcs
Celis3
55130

Ty AR | T

=
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CD31

Sample Name Subset Name | Count

W | Colon single stain_CD31.fcs Cells1 49265

M| Colon single stain_Unstained.fcs Cells1 4,36E5
-

Sample Name Subset Name | Count
| Colon single stain_CD31.fcs | Cells3 52847
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