Raw images of the immunoblotting experiments

In all the figures the grey panels on the right show the blot chemiluminescence.
The panels with the black frame on the left show the blot chemiluminescence overlayed on the
colorimetric picture of the same membrane.

Figure 5B.
Samples were run 3 times (twice on gel 1 and once on gel 2). After transferring the proteins on
nitrocellulose, the membrane corresponding to gel 1 was divided in two (B1 and B2) and the
pieces were blotted with the following antibodies:

e N.B1 anti-GLUTT1;

e N. B2.1 anti-GAPDH, then stripped and probed with anti-TBC1D7(B2.2).
The second membrane, corresponding to gel 2, blotted with the following antibodies:

e N. B3 anti-TBC1D22B.

Anti-GLUT1 (rabbit monoclonal) exposure of GLUT1

Anti-GAPDH (mouse monoclonal) exposure of GAPDH




Anti-TBC1D7 (rabbit monoclonal) exposure of TBC1D7

Anti-TBC1D22B (rabbit monoclonal) exposure of TBC1D22B

Figure 7A.

The membrane was cut in two parts, 1 and 2. Membrane 1 was first incubated with anti-
TBC1D7 (1a), then stripped and probed with anti-GAPDH (1b) together with membrane 2.

The first two lanes are not relevant samples.

anti-TBC1D7 (rabbit monoclonal) exposure of TBC1D7

anti-GAPDH (mouse monoclonal) exposure of GAPDH




FIGURE 8A-B.

Samples in growing (GC) and serum free conditions (SF) were run on two duplicate gels. After
transferring the proteins on nitrocellulose, each membrane was divided in two to obtain 4 parts
(N.1, N.2 samples in GC conditions, and N.3, N.4 samples in SF condition). Each part was
further cut into 3 pieces (a,b and c) and blotted with the following antibodies:

* N. 1a and 3a anti-Vinculin (1);

* N. 1b and 3b anti-pS6K;

*N. 1c and 3c anti-TBC1D7

*N. 2a and 4a anti-TSC2

* N. 2b and 4b anti-S6K

+ Vinculin (2) was incubated on N. 2a and 4a, after TSC2 stripping
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FIGURE 8C.

The membrane was divided in two parts, 1 and 2, which were incubated with different
antibodies, as follow:

*N.1a anti-TSC1;

*N.1b anti-TSC2;

*N. 2 anti-HA

* Membrane 1 was first incubated with anti-TSC1 (1a), then stripped and probed with anti-TSC2
(1b)

anti-TSC1 (rabbit monoclonal) exposure of TSC1

anti-TSC2 (rabbit monoclonal) exposure of TSC2

anti-HA (rabbit monoclonal) exposure of HA

FIGURE 8D.

The membrane was divided in two parts, 1 and 2, which were incubated with different
antibodies, as follow:

* N.1 anti-Vinculin;

* N. 2a anti-HA;

*N. 2b anti-TBC1D7



+ Membrane 2 was probed with anti-HA (2a), then stripped and probed with anti-TBC1D7 (2b)

anti-Vinculin Ab (mouse monoclonal) exposure of Vinculin

anti-HA (rabbit monoclonal) exposure of HA
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FIGURE 8F
Samples were run in duplicate on a single gel. After transferring the proteins on nitrocellulose,

the membrane was divided in two to saparate the two duplicates, and each part was further cut
into 3 pieces, i.e. a, b, c and d, e, f, and blotted with the following antibodies:

* N. a and d respectively anti-Vinculin (2) and anti-Vinculin (1);

* N. b anti-S6K;

* N. c anti-HA



* N. e anti-pS6K
*N. f anti-TBC1D7
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Supplementary Figure S4C

The grey panels on the right show the blot chemilumilescence. The panels with the black frame
on the left show the blot chemiluminescence overlayed on the colorimetric picture of the same
membrane.
Samples were run in duplicate on a single gel. After transferring the proteins on nitrocellulose,
the membrane was divided in two to separate the two duplicates (a and b). The membrane b
was further cut into 2 pieces (b1 and b2). All the pieces were blotted with the following
antibodies:

e N.aanti-GLUT1;

¢ N. b1 anti-Vinculin

e N. b2 anti-TBC1D7.

Anti-GLUT1 (rabbit monoclonal) exposure of GLUT1




Anti-Vinculin (mouse monoclonal) exposure of Vinculin

Anti-TBC1D7 (rabbit monoclonal) exposure of TBC1D7




