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Supplemental Figure 1. Dasatinib reduces YAP/TAZ-TEAD activity in a dose-dependent manner.
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Supplemental Figure 2. SRC inhibition increases YAP, TAZ, and LATS phosphorylation.
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Supplemental Figure 3. Cell-ECM adhesion activates SRC and promotes YAP/TAZ activity.
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Supplemental Figure 4. Alteration of PI3 Kinase or Rho signaling does not significantly influence SRC-mediated
YAP/TAZ activation.
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Supplemental Figure 5. SRC-mediated YAP/TAZ activation promotes tumor growth and metastasis.



Injected Cells Tumor Tumor Tumor Tumor Tumor Tumor Tumor
(Mouse #) Volume (cm3) [ Volume (cm3) | Volume (cm3) | Volume (cm3) | Volume (cm3) [ Volume (cm3) | Volume (cm3)
on Day 20 on Day 26 on Day 31 Day 35 on Day 40 on Day 45 on Day 49
A375-Control (1) 4 32 108 405 700 800 2816
A375-Control (2) 4 32 320 252 640 1440
A375-Control (3) 0 32 364.5 446 1152 2176
A375-Control (4) 0 4 4 288 320 700 850
A375-SRC-Y527F (1) 2432
A375-SRC-Y527F (2) 2601
A375-SRC-Y527F (3) 1152 1774.5
A375-SRC-Y527F (4) 294 700 1440
A375-SRC-Y527F (5) 4 32 32 87.5 365 108 455
A375-SRC-Y527F-Y1/T1 (1) |1912.5
A375-SRC-Y527F-Y1/T1(2) |4 269.5 384 750 1568
A375-SRC-Y527F-Y1/T1(3) |4 108 126 180 600 847 2560
A375-SRC-Y527F-Y1/T1(4) |0 4 4 126 405 600 1568
A375-SRC-Y527F-Y1/T1(5) |0 0 0 0 0 0 0

Supplemental Table 1:

SRC promotes tumor growth and reduces survival in a YAP/TAZ-dependent manner.




Supplemental Figure 1. Dasatinib reduces YAP/TAZ-TEAD activity in a dose-dependent manner.
(A) The indicated cell lines plated at sparse or high density were treated with control DMSO or the
indicated doses of Dasatinib for 6.5 hours and then assayed for YAP/TAZ-TEAD transcriptional activity
(n=4 replicates from 1 experiment).

(B) A375 cells were treated with control DMSO or the indicated doses of Dasatinib for 6.5 hours then
assayed by Western blot (right panel) or for YAP/TAZ-TEAD transcriptional activity (left panel). The
scatter plot shows mean + S.D. where each dot is an independent experiment. Statistical significance was
tested using one-way ANOVA with Dunnett’s multiple comparisons test.

(C) Western blots for one representative experiment that yielded the data in Figure 2A. The arrows
indicate the control DMSO sample from the first blot that was also loaded on the other two blots to allow
comparisons between blots.

Supplemental Figure 2. SRC inhibition increases YAP, TAZ, and LATS phosphorylation.

(A-C) The indicated cells were treated with control DMSO or 500nM Dasatinib for the indicated times
and then assayed by Western blot. Relative band intensities are indicated under each blot. In B the ratios
of pYAP/YAP and pSRC/SRC are also indicated. * indicates lines that showed increased pY AP/Y AP
levels following Dasatinib treatment.

(D) Western blots were performed on whole cell lysate (WCL) or following immunoprecipitation (IP)
with a LATS antibody for total and phosphorylated LATS, pSFK, and GAPDH.

Supplemental Figure 3. Cell-ECM adhesion activates SRC and promotes YAP/TAZ activity.

(A) Representative set of Western blots from A375 cells following adhesion assays (see Methods). Band
intensities, normalized to the sample collected at 0 hours, are indicated under each blot.

(B) Quantification of 3 separate experiments performed as in A. For each, band intensities for the 4-hour
fibronectin and poly-l-lysine samples were normalized to the 0 hour sample, and then to GAPDH, and the
ratio of phosphorylated to total protein was calculated and plotted.

(C, D) Adhesion assays with A375 cells plated on fibronectin or poly-1-lysine for 6.5 hours and assayed
for YAP/TAZ-TEAD transcriptional activity (C) or by qPCR (D). Samples in C&D were normalized to a
0 hour sample.

Statistical Analyses: Scatter plots show mean + S.D. where each dot is an independent experiment.
Statistical significance was tested using Student’s T-test. * p<0.05, ** p<0.01, *** p<0.001.

Supplemental Figure 4. Alteration of PI3 Kinase or Rho signaling does not significantly influence
SRC-mediated YAP/TAZ activation.

(A) A375 cells treated for 6.5 hours with the indicated doses of DMSO (0), Dasatinib, PI3Kinase
inhibitors (Wortmannin or LY294002) or a JNK inhibitor (SP600125), and then assayed for YAP/TAZ-
TEAD transcriptional activity.

(B) A375 cells co-transfected overnight with the YAP/TAZ-TEAD reporter constructs and control empty
vector (-) or SRCY*?7F (+) were treated with DMSO or Wortmannin and then assayed by Western blot 1
hour later (left) or for YAP/TAZ-TEAD transcriptional activity 6.5 hours later (right).

(C) A375 cells co-transfected overnight with the YAP/TAZ-TEAD reporter constructs and nothing,
(Untrans.), empty vector (Control), or myr-PI3 Kinase were treated with DMSO (-) or 500nM Dasatinib
for 6.5 hours and then assayed by Western blot (left) or for YAP/TAZ-TEAD transcriptional activity
(right).

(D) A375 cells treated with DMSO (-) or 500nM Dasatinib for 1 hour (left), or A375-pTRIPZ- SRCY**"*
cells treated with water (-) or 0.5ug/ml doxycycline (+) for 12 hours (right) were lysed and Western blots
were performed on whole cell lysate (WCL) or after immunoprecipitation with an anti-LATS1 antibody
(IP-LATS1). Results are representative of 3 experiments.

(E) A375 cells co-transfected with the YAP/TAZ-TEAD reporter constructs and control empty vector or
activated Rho constructs (RhoA-V14 and RhoC-V14) were treated with DMSO (-) or 500nM Dasatinib



for 6.5 hours and then assayed by Western blot (left) or for YAP/TAZ-TEAD transcriptional activity
(right).

(F) A375 cells stably expressing control empty vector or SRCY*"" were co-transfected with the
YAP/TAZ-TEAD reporter constructs and control empty vector or dominant-negative RhoA-N19 or
RhoC-N19 and 24 hours later were assayed for YAP/TAZ-TEAD transcriptional activity.

Statistical Analyses: Scatter plots show mean + S.D. where each dot is an independent experiment (in A
n=4 wells from 2 independent experiments). Statistical significance was tested using one-way ANOVA
with Dunnett’s multiple comparisons (A), Student’s T-test with Bonferroni correction for multiple
comparisons (B, E, & F), and one-way ANOVA with Tukey’s multiple comparisons test (C). n.s.= p>
0.05, * p<0.05, ** p< 0.01, and *** p<0.001

Supplemental Figure 5. SRC-mediated YAP/TAZ activation promotes tumor growth and
metastasis.

(A) Western blot on A375 cells expressing control empty vector, SRC***’F, or SRCY**"F and either a
control shRNA (sh-Control-FF) or tandem YAP and TAZ shRNAs (shY1/T1 or shY7/T3).

(B&C) 5x10° cells from A were injected either subcutaneously (B), or into the lateral the tail veins (C) of
NOD/Scid mice and then mouse survival was assayed (B) and lung metastases were counted after 5
weeks (C).

(D) Cells from A were assayed for YAP/TAZ-TEAD transcriptional activity (n=4 replicates from 1
experiment done at the time of injections in B&C).

(E) MAZ2 cells stably expressing a control shRNA (sh-Control-FF), a SRC shRNA (sh-SRC313), or SRC
shRNA and YAP™* were assayed by Western blot (left) or for YAP/TAZ-TEAD transcriptional activity
(right) (n=4 replicates from 1 experiment done at the time of injection).

(F) Lung metastases were counted 21 days after injection of cells from E into the lateral tail vein of
NOD/Scid mice.

Statistical Analyses: Scatter plots show mean + S.D. where each dot is a mouse. Statistical significance
was tested using one-way ANOVA with Dunnett’s multiple comparisons test. n.s.= p> 0.05, ** p<0.01,
and **** p<0.0001.

Supplemental Table 1: SRC promotes tumor growth and reduces survival in a YAP/TAZ-
dependent manner. Shown are the tumor volumes estimated as described in the Methods for each mouse
injected in Figure 7C. The number of days post injection is listed for each measurement (column). Mice
were euthanized when the tumor volume reached ~1400 cm®. If a mouse was euthanized, all subsequent
measurements will be gray boxes.

Supplemental Table 2: Cell lines and Sources. Listed are all cell lines used in these studies along with
their species, cell type, source, and culture media. Citations refer to: [1](1), [2] (2), [3]1(3).

Supplemental Table 3: List of Vectors and their Source. The top table shows existing, purchased, or
gifted vectors used in this study and their source. The bottom table shows all new vectors that were
cloned for this study and lists the source vector for the insert and the backbone. Citations refer to: [1] (4)
[2] (5) [31 (6) [4] (7) [S] (8) [6] (9) [7] (10) [8] (11) [9] (12) [10] (13) [11] (14) [12] (15) [13] (16) [14]
(17) [15] (18) [16] (19) [17] (20) [18] (21).

Supplemental Table 4: List of miR30-based shRNAs. Listed are the sequences of the 97-mers used to
clone the miR30-based shRNAs targeting human SRC, YAP, TAZ, and the control shRNA.

Supplemental Table 5: Antibodies used. The table lists each antibody used along with their species,
source, catalogue number, and dilution.
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