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Supplementary Figure S1. NECTIN4 and SOX10 expression in melanoma tissues.
Immuno-double staining of NECTIN4 and SOX10 (a melanoma specific marker) in patients’
tumor tissues. Representative images from 126 melanoma samples are shown. NECTIN4
(membranous and nuclear staining in brown) and SOX10 (nuclear staining in blue) were
stained on the same sample. Counter nuclear staining with hematoxylin was not performed
in these sections. Scale bar = 100 pum.
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Supplementary Figure S2. H-score of NECTIN4 staining,.

Immunohistochemical results of NECTIN4 staining were evaluated by the H-score system, a
semiquantitative approach. H-scores of 126 malignant melanoma patients are shown (n =
126).
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Supplementary Figure S3. EGFR and MEK/ERK signal is activated in dabrafenib-resistant

cell lines.

Relative EGFR protein expression, pMEK/MEK ratio, and pERK/ERK ratio in (a) MEL1617
and (b) SKMEL28, and their DR cells cultured with 1 uM dabrafenib. Representative blot
images (left panels), relative EGFR expression, pMEK/MEK, and pERK/ERK ratio (right
panels, n =3) are shown. Data are presented as the mean + standard deviation of three
independent experiments. 3-Actin served as a loading control. **P <0.01 and ***P < 0.001
determined by Student’s unpaired two-tailed t-test.
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Supplementary Figure S4. pAkt/Akt ratio in melanoma cell lines under the treatment with
LY294002.

(a) MEL1617, (b) MEL1617-DR, (c¢) SKMEL28, and (d) SKMEL28-DR cell lines were treated
with DMSO (0.1%) or LY294002 (10 uM) in the presence of dabrafenib for 24-72 h and
assessed for pAkt/Akt ratio by western blot (n = 3). Representative blot images (upper
panels) and pAkt/Akt ratio (lower panels) are shown. Data are presented as the mean +
standard deviation of three independent experiments. 3-Actin served as a loading control.
**P <0.01 and **P < 0.001 determined by Student’s unpaired two-tailed t-test.
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Supplementary Figure S5. Knockdown efficiency of NECTIN4 and pAkt/Akt ratio during
24-72 h after transfection in MEL1617 and MEL1617-DR cells.

Cells were transfected with control or NECTIN4 siRNA for 24-72 h and assessed for
NECTIN4 knockdown efficiency and pAkt/Akt ratio. (a) Relative NECTIN4 mRNA
expression (n = 3), (b) representative blot images, (c) relative NECTIN4/3-Actin ratio (n = 3),
and (d) pAkt/Akt ratio (n = 3) in NECTIN4 siRNA transfected MEL1617 (left panels) and
MEL1617-DR (right panels) is shown. Data are presented as the mean + standard deviation
of three independent experiments. B-Actin served as a loading control. *P <0.05, **P <0.01,
and ***P < 0.001 determined by Student’s unpaired two-tailed ¢-test.
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Supplementary Figure S6. Knockdown efficiency of NECTIN4 and pAkt/Akt ratio during
24-72 h after transfection in SKMEL28 and SKMEL28-DR cells.

Cells were transfected with control or NECTIN4 siRNA for 24-72 h and assessed for
NECTIN4 knockdown efficiency and pAkt/Akt ratio. (a) Relative NECTIN4 mRNA
expression (n = 3), (b) representative blot images, (c) relative NECTIN4/3-Actin ratio (n = 3),
and (d) pAkt/Akt ratio (n = 3) in NECTIN4 siRNA transfected SKMEL28 (left panels) and
SKMEL28-DR (right panels) is shown. Experiments were independently repeated three
times. Data are presented as the mean + standard deviation of three independent
experiments. 3-Actin served as a loading control. *P < 0.05, **P <0.01, and **P < 0.001
determined by Student’s unpaired two-tailed t-test.



