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Figure S1. Validation of ADCK2 knockdown and overexpression. (a): ADCK2 knockdown
validation. Treatment with siADCK?2 significantly reduced mRNA expression in MeWo, A375 and
SkMel30 cells as early as 24h and until 96h upon transfection. n =4 (b): The ADCK2 knockdown was
also validated via western blot analysis (representative images) (c): ADCK2 overexpression in
MeWo, A375 and SkMel30 increased the mRNA expression level of ADCK2 by at least 2.5 fold
compared to the empty vector control (1 > 4). (d): Western blot analysis (representative images)
confirmed the successful overexpression. All statistical analyses were done with paired t-test. *p <

0.05; ** p <0.01; **p < 0.001; ns = not significant.
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Figure S2. ADCK2 knockdown decreases cell viability of melanoma cells. (a): The cell viability of
MeWo, A375 and SkMel30 decreased upon ADCK2 knockdown compared to control cells. This
effect was strongest 96h upon transfection. n = 6 (b): Overexpression of ADCK2 did not alter the cell
viability of MeWo, A375 or SkMel30 cells. n =5 All statistical analyses were done with paired t-test.
*p £0.05; **p < 0.01; ***p < 0.001; ns = not significant. RFU = relative fluorescence units.
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Figure S3. ADCK2 knockdown increases the migration capacity of melanoma cells. (a): Upon
transfection with siADCK2 the migration capacity of A375 and SkMel30 was significantly higher. n
> 4 (b): Overexpression of ADCK2 in MeWo cells resulted in a decreased migration capacity
compared to empty vector control cells. n = 6 All statistical analyses were done with paired t-test.
*p <0.01.
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Figure S4. Melanoma cells adopted a more dedifferentiated phenotype after ADCK2 knockdown.
(a): In MeWo cells the expression of the melanocyte marker TYR decreased significantly upon
ADCK?2 knockdown, while the expression level of the NC marker p75 was significantly higher . (b):
A375 cells showed a significantly reduced expression of the melanocyte marker TRP1 upon ADCK2
knockdown. The expression of NC markers was unchanged compared to siControl transfected cells.
n =4 All statistical analyses were done with paired t test. *p < 0.05; ns = not significant.
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Figure S5. A gene expression array revealed MYL6 as a possible downstream factor of ADCK?2. (a):
Heatmaps showing the expression changes for all genes related to cell migration in MeWo (left side)
and SkMel30 (right side) cells 24h upon ADCK2 knockdown and siControl tranfection. (b): Venn
Diagram of three melanoma cell lines (MeWo, SkMel30, C32), all with siControl versus siADCK2
group. The four common downregulated genes in all cell lines upon ADCK2 knockdown are listed
in the table next to the Venn diagram. (c): In MeWo, A375 and SkMel30 cells the knockdown of
ADCK?2 led to a lower mRNA expression level of MYL6 at all tested time points. n =4 All statistical
analyses were done with paired t-test. *p < 0.05; **p < 0.01; ***p < 0.001; ns = not significant.
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Figure S6. MYL6 knockdown can negate the effect of ADCK2 overexpression in melanoma cells. (a)
In MeWo OE ADCK?2 cells MYL6 mRNA expression levels were significantly downregulated 24, 48,
72 and 96h upon knockdown of MYL6 compared to siControl transfected cells (b): A knockdown of
MYL6 in ADCK2 overexpressing MeWo cells led to a lower cell viability compared to control cells.
n =6 (c): A faster migration was seen for ADCK2 overexpressing cell lines transfected with siMYL6
compared to cells treated with siControl. n =5 (d): Pellets of SkMel30 OE ADCK?2 cells treated with
siMYL6 were brighter compared to the control. All statistical analyses were done with paired t-test.

*p <0.05; *p <0.01; **p < 0.001; ns = not significant.

Table S1. Sequences of the primers used for gPCR.

Forward

Reverse

ADCK2

TCT CGC AGA CCA GTCGGT TG

GCA ACA CTT TCA CTG CCA CG

Pax3

CTG TGC CCA GGA TGA TGC G

GAT CTT GTG GCG GAT GTG GT

P75

CGA CAA CCT CATCCCTGT CT

GCT CIT CAA CCT CTIT GAA GG

MITF

AGT GTT GAT AGTTTATGG C

ACT TGG TGG GGT TTT CGA GG

TRP1

AGC AGT AGTTGG CGC TTT GT

TCA GTG AGG AGA GGCTGT TT

TYR

TTG TAC TGC CTG CTG TGG AG

CAG GAA CCT CTG CCT GAA AG

Sox5

CAG CCA GAGTTA GCA CAATAGG

CIGTIGTTC CCGTCG GAGTT

FoxD3

CAT CCG CCA CAA CCT CTC

CAT ATG AGC GCC GTC TG

MYL6

GAA GAC CAG ACC GCA GAGTTC

TCC AGC ACCTTC ACATIC ATC

RAB2A

CGT TCC ATC ACA AGGTCGTATT

CIT AGC AGA CGT TTC CAT GAA GA

185

GAGGATGAGGTGGAACGTGT

TCTTCAGTCGCTCCAGGTCT

MeWo OE ADCK2 siMYL6




