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Supplementary Figure S1: Kaplan-Meyer curves comparing YAPT mRNA expression in
neuroblastoma INSS stages 1 & 2 (left) as well as stage 4 disease (right) with event-free
survival of patients showed no significant correlations.
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Supplementary Figure S2: YAP1 expression is associated with adverse event-free survival in
specific neuroblastoma subgroups. Cox proportional hazards models were used to estimate
hazard ratios for the association between high YAP1 tumor expression and event-free survival
in a cohort of primary neuroblastoma patients (GSE45547). Analyses were performed
separately for patients with INSS stage 3 disease (top) and INSS stage 4S disease (bottom).
High YAP1 expression was defined using the upper-quartile cut-point within each stage-
specific cohort. Hazard ratios >1 indicate an increased risk of adverse events associated with
elevated YAPI expression.
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Supplementary Figure S3: Event-free survival stratified by YAPI expression in INSS stage 3

neuroblastoma according to MYCN status or age at diagnosis. Kaplan-Meier event-free

survival (EFS) curves for patients with INSS stage 3 neuroblastoma stratified by tumor YAP1

expression (upper quartile) and MYCN status (top left, MYCN-amplified vs. top right, non-

amplified) or age at diagnosis (bottom left, <18 months vs. bottom right, >18 months). Survival

analyses were performed using the R2 Genomics Analysis and Visualization Platform based

on the GSE45547 dataset. Statistical significance was assessed using the Mantel-Cox log-rank

test.
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Supplementary Figure S4: Event-free survival stratified by YAP1 expression in INSS stage 45
neuroblastoma according to MYCN status or age at diagnosis. Kaplan-Meier event-free
survival (EFS) curves for patients with INSS stage 4S5 neuroblastoma stratified by tumor YAP1
expression (upper quartile) and MYCN status (left, MYCN-amplified vs. right, non-amplified).
Assessment of INSS stage 4S together with <18 months vs. 218 months was not possible
because stage 4S only occurs in patients diagnosed up to 18 months of age, by definition.
Survival analyses were performed using the R2 Genomics Analysis and Visualization Platform
based on the GSE45547 dataset. Statistical significance was assessed using the Mantel-Cox log-

rank test.
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Supplementary Figure S5: Principal component analysis projecting the cell model-derived
RNA sequencing data onto two dimensions. Samples were separated in the first principle
component (PC) by cell line identity and into YAP1 enhanced and non-enhanced samples in
the second principal component. C, control. Tet+, YAP1 enhancement by tetracycline

addition to the cell culture medium.
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Supplementary Figure S6: Boxplot and density plots of log2-fold changes of MES and ADRN
gene expression in the SH-EP cell background indicates no silgnificant changes in gene
expression upon YAP1 enhancement in the SH-EP cell background.



SK-N-SH

4.0+ 5+

SK-N-SH 3.54
3.0
2.5
2.0
1.54

T

; . ) 2
NN 3 S
% =) =) Q0

Enrichment factor

Relative YAP1
MRNA expression

o =2 N W &
Apoptotic / dead cells [%)]
n
]_|

El scramble [ siYAP1#1 [ siYAP1#2

Supplementary Figure S7: Apoptosis is only marginally affected by YAP1 siRNA knockdown.
Establishing a siRNA-mediated YAPI knockdown in neuroblastoma cells (left). YAPT mRNA
expression was analyzed by qPCR (displayed in relation to SDHA expression) after a transient
YAP1 knockdown with two YAPI-targeting siRNAs (siYAP1 #1, #2) and two non-target
control siRNAs (NC #1, #2), 72 hours after siRNA transfection. Cell death ELISA in 4
neuroblastoma cell lines (middle). Flow cytometry analysis applying PI/Annexin V staining
to SK-N-SH 72 hours after siRNA transfection to assess apoptosis upon YAP1 knockdown
(right). Bars represent mean +SD of n=3 independent experiments. Statistical significance was
assessed using the Mann-Whitney U test; * 0.01 < p <0.05; ** 0.001 < p < 0.01.



SH-EP-TR-YAP18127A SK-N-AS-TR-YAP1S127A

BE & g 81 [ Apoptotic cells
) £ Hl Dead cells
g o g
- 4 -
— _—
i) o
© 2 S 21

= 2

a o}
< 0- < 0~

(& <& & <& <& <& (& <& <& <& <& <&
A’ Q)< Q’ Q>< b" b‘)( Q, 4J-c q/r x cb’ X
NN NN YV )
O A Y R L R

Supplementary Figure S8: YAP15274 activation in neuroblastoma cells only had a minor affect
on apoptosis. Shown are different SH-EP-TR-YAP15'?74 and SK-N-AS-TR-YAP15272 clones (¥)
and empty vector controls (LV) after tetracycline (+Tet) or solvent (ethanol, -Tet) treatment for
72 hours. Flow cytometry analysis of YAP1-activated (+Tet) and ethanol-treated (-Tet) control
cells for SH-EP-TR-YAP15'?A (left) and SK-N-AS-TR-YAP15'772 clones (right) assessing
proportions of PI /Annexin V double-positive dead cells and Annexin V single-positive
apoptotic cells. Bar plots represent mean +SD of n=3. Statistical significance was assessed using
the Mann-Whitney U test.
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Supplementary Figure S9: Cell viability of YAPI-activated cells under treatment with
etoposide, doxorubicin and vincristine. Two YAPI-inducible cell lines were treated with
different concentrations of etoposide, doxorubicin and vincristine. SH-EP-TR-YAP15'?74 clone
#10 viability was significantly higher under treatment of any single agent of the three when
YAP15'774 was activated (+Tet) compared to solvent control (-Tet, blue top panel). No
difference was detected for clone #14. Both SK-N-AS TR-YAP15'%74 cell clones were more viable
upon doxorubicin, etoposide or vincristine treatment, when YAP15%A was overexpressed
(yellow bottom panel). Bars represent mean enrichment over the untreated controls (+ SD,
n=3). P-values were calculated using the Wilcoxon matched-pairs signed rank test. p*0.01 <p
<0.05, 70.001 < p<0.01
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Supplementary Figure S10: Lost YAP1 activation in SH-EP-TR-YAP15'%A clone #14. YAP1
gene expression level in induced SH-EP-TR-YAP15774 (left) and SK-N-AS-YAP1574 (right)
cell clones are shown after treatment and simultaneous harvest with chemotherapeutically
treated cells. Quantitative PCR detected no YAP overexpression in comparison to the empty
vector control (LV) in clone #14. Bars represent expression enrichment in YAP1-activated cells
over solvent controls (means +SD) in relation to SDHA expression as a control for equivalent

cell numbers.
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