Targeting anti-apoptotic pathways eliminates senescent melanocytes and
leads to nevi regression
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Supplementary Figure 1 (supporting Figure 1). Senescent melanocytes are resistant to ABT-737. (A) Protein expression and
densitometry analysis of Mcl-1 from irradiated melanocytes. Vinculin was used as a housekeeping protein and expression was normalised to
protein levels in non-irradiated non-senescent cells. (B) Viability of non-irradiated (NS) and irradiated (Sen IR) melanocytes treated with
indicated concentrations of ABT-737 for 24 hours. Viability was normalised to untreated cells. (C) Immunofluorescence of Bcl-2, Bcl-xl, Mcl-1
and Bcl2A1 positive cells in human nevi. Melan-a was used to confirm identification of melanocytes or nevus cells, Scale bar = 25 yM. For

(A), (B) and (C), n = 3 independent experiments. Error bars = S.E.M. *p<0.05. For (A) and (B), a two-tailed student’s t-test was used.

a - b
DMSO ABT-263 3 ns =3 DMSO
= ABT-263
c [ ]
o ns
2 27
o °
< . ns
o
T 14
LE ﬂ ﬂ ﬂ
0-

DMSO ABT-263 PP242 ABT-263+PP242

EV  plx307-Mcll

NS

Mcl-1

— 35

Vinculin

— 100

Sen (IR)

P AR R o
o SR 10 gt % 10
3t A
& - ?r;*
oA Y RO
3 | [
. 10 PR 100
b
T T T T L ! T
10 10 100 10° 10° 10 10

AnnexinV - FITC

Supplementary Figure 2 (supporting Figure 2). Pharmacological inhibition of mTOR inhibits Mcl-1 mediated resistance to ABT-
263 in senescent melanocytes. (A) Representative immunofluorescence of Mcl-1 in senescent melanocytes treated for 24 hours with
DMSO or ABT-263, Scale bar = 25 pM. Quantification can be found in figure 2c. (B) mRNA analysis of Mcl/-1 from irradiated melanocytes
treated with DMSO or 5uM ABT-263 for 6, 12 or 24 hours. Expression was normalised using Cq values of tubulin. n = 3 independent
experiments. (C) Annexin V/Pi flow cytometric analysis of non-senescent (NS) and senescent (Sen IR) melanocytes treated with DMSO, 5
UM ABT-263, 1 uM PP242, or 2.5 yM ABT-263/1 uM PP242 for 24 hours. (D) Immunoblot confirming Mcl-1 overexpression in

melanocytes transduced with a plx307-Mcl1 vector compared to empty vector (EV) transduced cells. Error bars = S.E.M. For (B), a two-

tailed student’s t-test was used.
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Supplementary figure 3 (supporting Figure 3). The Mcl-1 inhibitor A-1210477 also synergises with ABT-263 to induce apoptosis in senescent melanocytes. (A)
Immunoblot demonstrating confirmation of reduced Mcl-1 expression in siMCI-1 transfected cells. Viability of non-irradiated (NS) and irradiated (Sen IR) melanocytes treated
with (B) 2.5 yM ABT-263/ 2.5 yM A-1210477 or (C) only A-1210477 for 24 hours. (D) Annexin V/Pi flow cytometric analysis and quantification of non-irradiated non-senescent
and irradiated senescent melanocytes treated with DMSO, 5 yM ABT-263, 5uM A-1201477 or 2.5 uM ABT-263/2.5 yM A-1210477 for 24 hours. The percentage of viable cells
in drug treated cells were normalised to the percentage of DMSO treated viable cells. (E) Caspase 3/7 activity in non-irradiated and irradiated melanocytes treated with DMSO,
5 UM ABT-263, or 2.5 yM ABT-263/2.5 uM A-1210477 for 24 hours. (F) Viability of irradiated melanocytes treated with 20 yM QVD, 2.5uM ABT-263/2.5 pM A-1210477, or 20
MM QVD/2.5uM ABT-263/2.5 uM A-1210477 for 24 hours. Viability was normalised to untreated cells. (G) SA-B-gal/EdU images and (H) quantification of DMSO treated (NS)
and etoposide treated (Sen ETOP) melanocytes, Scale bar = 100 uM. (I) mRNA analysis of p16, p21, IL6 and MMP1. (J) SA-3-gal/EdU images and (K) quantification of non-
irradiated (NS) and UV-irradiated treated (Sen UV) melanocytes, Scale bar = 100 uM. (L) mRNA analysis of p16, p21, IL6 and MMP1. Viability of non-irradiated (NS) and
irradiated (Sen IR) BJ fibroblasts treated with indicated concentrations of (M) ABT-263 and/or (N) ABT-263/S63845. (O) Protein expression of Mcl-1 in irradiated BJ cells
treated with 5 uM ABT-263 for indicated time points. gPCR expression was normalised using Cq values of tubulin in all experiments. Error bars = S.E.M. *p<0.05, **p<0.01,
***p<0.001. For all panels significance was carried out with a two-tailed student’s t-test. For all panels, n = 3 independent experiments except 3i and 3l where n = 4

independent experiments.
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Supplementary figure 4. Topical application of ABT-263 and S63845 does not kill follicular melanocytes. (a) A mass chromatogram of
ABT-263 and S63845 of mouse skin biopsy. (b) Molar mass of drugs ABT-263 and S63845 detected from skin biopsy, N=3. (c) The
percentage of the drug penetration the skin, calculated as Molar mass of drug detected from skin biopsy divided by total molar mass of
topical administration, N=3. Error bars = S.D. (D) H and E images of a hair follicle containing follicular pigmented melanocytes (arrow) in
mice topically treated with ABT-263 and S63845. Arrowheads show nevi remnants post treatment. The images are representative of 10

individual mice. Scale bar = 250uM.
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Supplementary figure 5. Gating strategy for Annexin-Pi flow cytometry experiments. Debris was first gated out by gating out events
with low FSC-A and low SSC-A. Gated cells (red) were then analysed for Annexin V-FITC and PI. Live cells were gated as low annexin V-
FITC and low PI (B--). Early apoptotic cells were gated as high Annexin V-FITC and low Pl (B+-) and late apoptotic cells were gated as high

annexin V-FITC and high Pl (B++).



Uncropped blots in supplementary figures.
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