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In this section the raw colorimetric image of each PVDF membrane/blot with the transferred protein
ladder, the ECL image and the superimposition between the colorimetric (containing the marker bands) and
the ECL image to see the protein of interest and the ladder at the same time are reported. The lanes in the
black rectangles are those of the samples shown in the figures of the manuscript.

For the current study the ThermoScientific (Rodano; Milan, Italy) PageRuler™ Prestained Protein Ladder
ranging from 10 kDa to 170 kDa (cat#26616) and that ranging from 10 to 250 KDa (cat#26619) were used.

Densitometric analyses have been carried out by using Image Lab software (BioRad; Segrate; Milan, Italy).
Densitometric values are shown at the end of each lane in the image showing the protein of interest and
the ladder. For each blot we chose a reference lane that we marked as “100”. All the other bands have
been normalized accordingly.



A) W. Blot Fig. 4b; left panel (4T1), and central panel (HCC1806), for TENM4 and
Vinculin. Samples in black rectangles are shown.

Colorimetric blot with ladder

Al
130 kDa
250 kDaj§ 100 kDa [+

ECL image of the blot

4T1 HCC1806 4T1 HCC1806
Vinculin > Er
TENM4 > ..} o . E""
Merge showing TENM4 Merge showing Vinculin
Al
I 130 kDa , it —0@
250 kDa ~|3- -'—‘ 100 kDa | EI ‘
13:100 0:100 80:100 94:100
Ep.:T Ep.:T Ep.:T Ep.:T

B) W. Blot Fig. 4b; left panel (4T1), and central panel (HCC1806), for FAK.
Samples in black rectangles are shown.
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A) W. Blot Fig. 4b; right panel (MDA-MB-231); for TENM4 and B-actin.
Samples in black rectangles are shown in the fugure.
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A) W. Blot Fig. 4c for TENM4 and Vinculin. Samples in black rectangles are
shown in the fugure.
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B) W. Blot Fig. 4c for FAK and pFAKY®25. Samples in black rectangles are shown in
the fugure.
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A) W. Blot Fig. 4f for TENM4 and B-actin. Samples in black rectangles are shown
in the fugure.
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B) W. Blot Fig. 4f for FAK and pFAKY?25. Samples in black rectangles are shown in
the fugure.
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W. Blot Figure 5a (4T1; upper panel) for TENM4 and B-actin. Samples in black
rectangles are shown)

Colorimetric blot with ladder

250
130

100

70
55

35
25

KDa
ECL image of the blot

250
130

100

TENM4 >

70

N 55

pB-actin > 35
25

KDa

Merge showing

250 TENM4

130

100
or

70

—— e — 55 B-actin
35
25

86:88:100

KDa



W. Blot Figure 5a (MDA-MB-231; lower panel) for TENM4 and B-actin. Samples
in black rectangles are shown).
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A) W. Blot Figure 5f, for TENM4. Samples in black rectangles are shown.
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B) W. Blot Figure 5f, for CD9. Samples in black rectangles are shown.
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A) W. Blot Figure 5g; left panel (4T1), and central panel (MDA-MB-231) for
TENM4. Samples in black rectangles are shown.
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B) W. Blot Figure 5g; left panel (4T1), and central panel (MDA-MB-231) for CD?9.
Samples in black rectangles are shown.
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A) W. Blot Figure 5g; right panel (patients), for TENM4. Samples in black
rectangles are shown.
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B) W. Blot Figure 5g; right panel (patients), for CD9. Samples in black rectangles
are shown.
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A) W. Blot Figure S3b, for TENM4. Samples in black rectangles are shown.
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B) W. Blot Figure S3b, for CD9. Samples in black rectangles are shown.
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