Table W1. List of Antibodies.

Antibody Supplier

aefs Clone B5.5 [1]

Actin BD, Heidelberg, G.
Annexin V Santa Cruz, Heidelberg, G.
B-Catenin BD, Heidelberg, G.

bFGF Oncogene, Boston, MA
C3 MP Biomed., Eschwege, G.
C4.4A Clone C4.4 [1]

Caveolin BD, Heidelberg, G.
CD44s Clone Ox50 (EAACC)
CD44v6 Clone A2.6 [1]

CD104 BD, Heidelberg, G.
CD106 Biozol, Eching, G.

CDlla BD, Heidelberg, G.
CD11b Clone Ox42 (EAACC)
CDl11c Clone Ox41 (EAACC)
CD13 [2]

CD133 Abcam, Cambridge, UK
CD151 [3]

CD18 BD, Heidelberg, G.

CD24 Santa Cruz, Heidelberg, G.
CD29 BD, Heidelberg, G.

CD31 BD, Heidelberg, G.
CD49a BD, Heidelberg, G.
CD49b BD, Heidelberg, G.
CD49c BD, Heidelberg, G.
CD49d BD, Heidelberg, G.
CD49e BD, Heidelberg, G.
CD49f Abcam, Cambridge, UK
CD53 BD, Heidelberg, G.

CD54 Biozol, Eching, G.

CD61 Biozol, Eching, G.

CD81 Santa Cruz, Heidelberg, G.
CD9 BD, Heidelberg, G.
Claudin-7 [4]

c-Met New England Biolabs, Frankfurt, G.
Collagen 1 Rockland, Gilbertsville, PA

Collagen 11
Collagen III
Collagen TV
D6.1A
EpCAM
EWI-F
EGFR

FN
Galectin
HAS3
HSP-1
Hyaluronan
INS-2
Laminin 1
Laminin 5
MMP13
MMP2
MMP9
Osteopontin
PDGF
PDGFR
PGK-1
S100A4
SDF-1
Tenascin
TGFB
Thrombospondin
TNFa

uPA

uPAR
VEGF
VEGFRI1
VEGFR2
VN

vWFE

LabVision, Fremont, CA
ARB, Golden, CO
Rockland, Gilbertsville, PA
Clone D6.1 [1]

Clone D5.7 [1]

[5]

Santa Cruz, Heidelberg, G.
BD, Heidelberg, G.

Santa Cruz, Heidelberg, G.
Abcam, Cambridge, UK
Santa Cruz, Heidelberg, G.
Rockland, Gilbertsville, PA
Santa Cruz, Heidelberg, G.
Rockland, Gilbertsville, PA
BD, Heidelberg, G.
Dianova, Hamburg, G.
Dianova, Hamburg, G.
Dianova, Hamburg, G.
Santa Cruz, Heidelberg, G.
BD, Heidelberg, G.

BD, Heidelberg, G.

Santa Cruz, Heidelberg, G.
Abcam, Cambridge, UK
Abcam, Cambridge, UK
LabVision, Fremont, CA
Santa Cruz, Heidelberg, G.
Santa Cruz, Heidelberg, G.
BD, Heidelberg, G.
Calbiochem, Darmstadt, G.
Calbiochem, Darmstadt, G.
Biotrend, Kéln, G.
Biotrend, Kéln, G.
Biotrend, Kéln, G.
Biotrend, Kéln, G.
Abcam, Cambridge, UK

CD44s indicates CD44 standard isoform; EAACC, European Association of Animal Cell Cultures,

Porton Down, UK; G., Germany.
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Table W2. List of Primers.

The following primers were used

CD133
Sense 5-AGCCAAGACACCTTCAATGC-3’
Antisense 5'-ACGGTGTTGAGTTCCCTGTC-3’
CD166
Sense 5"-AACCTGGAGAGTCAGGAGCA-3’
Antisense 5'-TGCGAGCTGTGATTTGTTTC
CD24
Sense 5"-ACATCGGTTGCACCATTTTC-3’
Antisense 5'-GAGAGAGAGGGCCAGGAGAC-3’
GADPH
Sense 5'-GACCCCTTCATTGACCTCAAC-3'
Antisense 5'-CTTCTCCATGGTGGTGAAGAC-3’

Amplification was performed for 30 cycles starting with 1 pug of complementary DNA. Annealing
temperatures have been as follows: CD133, 57°C; CD24 and CD166, 60°C; and GAPDH, 55°C.

Polymerase chain reaction products were separated by electrophoresis in a 1.5% agarose gel.
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Figure W1. The impact of ASMLY“-CM on gene expression in target cells. BDX rats received ASML"%- or ASML*®-CM or fractions thereof
and thereafter ASML*? cells as described in Figure 1. LN and lung leukocytes were isolated. Expression of (A) integrins, (B) chemokines,
chemokine receptors, and (C) matrix degrading enzymes was evaluated by flow cytometry. The percentage of stained cells (mean += SD
of three experiments) is shown. Significant differences between control medium versus CM and fractions thereof are indicated by *;
significant differences between ASMLY" versus ASML*®-CM and fractions thereof are indicated by *.



Table W3. ASML" Versus ASML* Cells: Protein Expression and Recovery in the Soluble Matrix E E]
and in Exosomes. EI sl
) )]
<L <L
Marker Cells Soluble Fraction Exosomes
cD24
wt/'kd wt/kd wt/kd
Metastasis markers
CD44 +/+ nt/nt nt/nt CD133
CD44v6 +++/—— ot B
EpCAM ot -/ ot CD166
CD133 +/+ nt/nt nt/nt
CD166 +/+ nt/nt nt/nt
C4.4A ot -/ o GAPDH
o6Ps /e +/-- /e
CD24 ++ -/ +/+
M:t:‘i?(oﬁlf)teins o : e Figure W2. CIC marker expression in ASML"t and ASML*? cells. Ex-
Coll 1 et ol nt/nt pression of the CIC markers CD24, CD133, and CD166in ASML*'and
Coll 11 w4+ ey nt/nt ASMLK cells was evaluated by reverse transcription—polymerase
Coll 1T +/+ +l+ nt/nt chain reaction. These markers are expressed by both ASML** and
Coll IV 4+ 4+ nt/nt ASM Lkd cells.
FN ++/++ ++/++ +/+
Galectin 3 e+t o nt/nt
HA e+l et nt/nt
LN1 et et nt/nt
LN5 ot 4+ ++ +/+
Tenascin 4+ ++/++ nt/nt
VN ++/++ ++/++ nt/nt
Adhesion molecules
CDl1la +/+ +/+ +/+
CD11b +/+ -/ +/+
CDl1l1c +/+ ——/—= +/+
CD18 +/+ +/+ +/+
CD29 +++ +/+ +++/
CD49b +/+ ——/== +/+
CD49c¢ +/x -/ ++/++
CD49d +/+ -/ +/+
CD49e +/+ +/+ +/+
CD49f ++/++ -/ ++/++
CD61 +/+ -/ nt/nt
CD104 4t +/—— A
Enzymes and receptors
ulPA o+l nt/nt nt/nt
uPAR 4/t /= +t/++
MMP2 ++/++ +/+ 4+ ++
MMP9 +/+ +/+ +/+
MMP13 +/+ -/ +/+
CD13 4+ ++/+ Y
HAS3 ++/+ /= ——/-=
PGK-1 /e +/+ ++/x
Tetraspanins
CD9 e+t ++/++ e+t
CD81 o+ -/ s
CD151 4+ ++/++ ettt
D6.1A /e ——/—= /e
Cytokines and receptors
HGF o+ ——/-= /=
PDGF +/+ nt/nt nt/nt
SDE-1 +/+ +/+ nt/nt
VEGF +/+ +/+ nt/nt
OPN +/+ -/ ——/-=
TSP 4 4+ +/+ ++/+
c-Met ++/% /= ——/-=
VEGFRI1 +/+ nt/nt nt/nt
VEGFR2 ++ nt/nt nt/nt
Others
C3 4 ++ /- 4+ ++
Annexin II 4/ ++ ——/-= /=
Annexin V 4/ ++ —/-= ++/+
HSP-1 /e ——/-- /£
Caveolin et -/ Y
EWI-F ++/++ +/+ 4+
INS-2 44+ +/+ 4+
Claudin-7 /e ——/== o
Coll indicates collagen; 44, knock down; wz, wild type; —-, negative; +, weak; +, distinct; ++, strong;

+++, very strong; 7z, not tested.
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Figure W3. Modulated gene expression by ASML"'—conditioned medium. (A, B, D, E, and F) LnStr, LuFb, and RAEC were cultured for
48 hours in the presence of ASML""- and ASML*-CM. (C) LNC and (G) LnStr, LuFb, and RAEC were cultured for 48 hours in the presence
of ASML" and ASML*-soluble fraction or exosomes. Cells were harvested, and the expression of (A-C) adhesion molecules and (D and E)
cytokines/chemokines and receptors and (F and G) matrix degrading enzymes was evaluated by flow cytometry. Mean values + SD of three
experiments are shown. Significant differences in comparison the control medium are indicated by %; significant differences between
ASMLYt versus ASML®-CM and fractions thereof are indicated by *.
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Figure W3. (continued).
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