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Additional figure 1: Proliferative capacity of epithelial cells for the production of (tumor) conditioned medium. A: growth curves of epithelial cell lines growing in RPMI, mesoangioblast (MAB) growth medium (GM) or differentiation medium (DM). Growth is defined as cell confluence over time. B: relative proliferation rate of epithelial cell lines in different culture media measured between logarithmic phase normalized to RPMI. Kruskal-Wallis test, Dunn’s correction. * = P-value≤0.05. All data is presented as mean ± SD.




Additional table 1: Primers and PCR program. qPCR primers were designed using the NCBI blast Database and salt adjusted melting temperatures were calculated using OligoCalc (V. 3.27). The qPCR program consisted of 2 minutes 50°C, 10 minutes 95°C followed by 35 cycles 15 seconds 95°C, 1 minute 60°C. Absolute 2nd derivative quantification CP-values and melt curve genotype data was retrieved using Light Cycler Software (Roche). Primers were identified as target specific. Relative expression was calculated after normalization to TBP expression.
	Primer target
	Sequence (5’-3’)
	Salt adjusted Melting Temp (°C)
	Forward/Reverse

	TBP
	CACGAACCACGGCACTGATT
	60.5
	Forward

	
	TTTTCTTGCTGCCAGTCTGGAC
	62.1
	Reverse

	TP53
	GGCCCACTTCACCGTACTAA
	60.5
	Forward

	
	GTGGTTTCAAGGCCAGATGT
	58.4
	Reverse

	CDKN1A
	TGCCGAAGTCAGTTCCTTGT
	59.5
	Forward

	
	GTTCTGACATGGCGCCTCC
	61.1
	Reverse

	ID3
	GACACCTCCAGAACGCAGG
	60.4
	Forward

	
	TGGTGAAGTCAAGTGGGCAG
	60.2
	Reverse

	NF1A
	TGAAGTGGAGCCAGGAATGC
	60.3
	Forward

	
	GAGGAGGTCTGTGAAGGGGA
	60.3
	Reverse

	MYOD
	GGTCCCTCGCGCCCAAAAGA
	60.0
	Forward

	
	CAGTTCTCCCGCCTCTCCTAC
	60.0
	Reverse

	MYOG
	CCCAAGCTGGCCACAGATGC
	58.2
	Forward

	
	GTCTGGCCTATGGCACCCCA
	58.1
	Reverse

	MYH1
	GCTATGGTGGAGCGCAGAGC
	57.9
	Forward

	
	GCTGAACACGCTCACTGGCA
	57.9
	Reverse

	MYH7
	CGATGCAGTCCGTGCCAACG
	64.4
	Forward

	
	CTGTCTGCTCCACCACGGCA
	64.4
	Reverse

	PCNA
	AAACCTGCAGAGCATGGACTC
	58.0
	Forward

	
	CGAAGCCCTCAGACCGC
	59.0
	Reverse
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Additional figure 2: Technical verification of mesoangioblast migration assay. A: The integrity of the endothelial monolayer separating both wells was checked by visual examination and remained intact. Brightfield image of an EA.hy926 monolayer over 72 hours under normal culture conditions. B: EA.hy926 monolayer stained with Crystal Violet in a transwell system after 72 hours. C: Permeability assay measured through Dextran leakage. D: FITC-Dextran was added to the top-well and the concentration of diffused Dextran was measured in the bottom-well. FITC-dextran leakage measured over time while passing through an EA.hy926 monolayer. 

2

image1.tiff
Cell confluency (%)

H1650 A549 H1944
(non-cachexic) (intermediate cachexic) (severe cachexic)
150 150 150
1 RPMI — RPMI { -+ RPMI
1= maBGMm - MAB GM 1= maBGM
1+ MABDM q - MAB DM $ {—~ mMABDM
100 = 100 > 100+
o o 4
4 c c
- § g ]
] 2 ] ]
] § § ]
50 = 50 5 50
[
] 3 ]
£ © riflf ]
] 1
0 T T T T 0 T T T T 0 T T T T
0 24 48 72 96 120 0 24 48 72 96 120 0 24 48 72 96
Elapsed time (h) Elapsed time (h) Elapsed time (h)
B 20
1.5 *
0.051

Relative proliferation rate

r ]

1

= RPMI
mE MAB GM

mE MAB DM

120




image2.tiff
[Dextran] leakage (ng/ml)

i
N

5
2

150

1004

50

o

0 2 4 6

Time (h)

-+ No-Coating Control
-= Coating Control
—+ EA.hy926 cell monolayer





