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Reprofiling using a zebrafish melanoma model reveals drugs
cooperating with targeted therapeutics

SUPPLEMENTARY FIGURES
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Supplementary Figure S1: Results and selection of hits from the FDA library screening. The 640 molecules from the FDA
library were tested in combination with PD184352 (top) or NVPBEZ235 (bottom). The absorbance values from the melanin were normalized
to DMSO-alone treated VI2RAS transgenic embryos and plotted according to the plate location. The hits were selected considering the
median and median absolute deviation (MAD) statistical method. The cut-off for hit identification was established at -2.5 MAD (blue line).
Red dots represent hits from the primary screen and the orange dots are hits identified after halving the original drug concentration.



www.impactjournals.com/onco

target/ Oncotarget,

Supplementary Materials 2016

(a) o
Zoledronic acid +NYP
L-thyroxing +NvP
Tiotidine +NvP
Tioconazole +NYP

~ Phloridzin +NvP
Pergolide mesylate +MvP
Ketotifen fumarate +NvP
Fluvastatin +NvP
Clinidiping +NvP
Chloramphenical +NvP
Cerotaxime +MvP
Carhoplatin +NvP
Carbamazepine +NvP
Auranofin +NvP
Aniracetam +NyP
Trichloromethiazide +P
L-thyroxine +P
Thiondazine +P
Tenoxicam +F
Tanshinane +F
Scopalamine +P
alipram +P

Raparnycin +P
Nalbuphine +P

~ Milrinone +P
Mesaridazine besylate +P
Levocabasting +P!
Famciclovir +P
Etidronate +F

Estrone +P

Estrial +P

}——wn

223

}——iwr%
}——rEx
J

}—— www

}—rrx
s

Dabutamine +P

Disulfiram +P
Carbamyl-g-methylcholineg +P
Calcifedial +P

Auranofin +P
Alprenolol +P

WV12RA

| —

}——wnn

AT,

TS,

BP‘ QQ? Q‘p \.Q

Normalized Abs (340nm)

o WHOODDO0DD0ODoD0000000 000000

Retest half dose concentration

— +

Rapamycin +NVP

[ Sig. difi.to VIZRAS *# p £0.001 * £0.05

Diclazuril +PD

Bexarotene +PD b [ sig. diff. to V12RAS and WT
Closantel +PD :-l
Wi i
viRras 1
0.0 0.2 04 06 08 10
Abs (340nm)
(b)
~ 15 Jo —~ 15 a
%‘ 1.0 | % 1.0 |
Q Q
< <
o o [
S os e S o5
© ©
= 0.0 P P & 9 Zo 0.0
o} QO
& & T o“f)o S ¢ < Q’&s\ é\ﬂo
LS NS & RPN
'1?' (o@ N Qﬁ e o@
& N Ry S &
S &
& &
V12RAS V12RAS

Supplementary Figure S2. Retest of hits from the primary screening. a. The 37 hits selected from the primary screen were
retested to confirm their effect in combination with the appropriate inhibitor, compare to the values extracted from V12RAS transgenic
embryos. Those hits that showed significant differences to V12RAS embryos (in red) or significant differences to both VI2RAS and WT
embryos (in blue) were considered for further testing (25 hits in total). Bars represent mean + SEM. *** p<0.001, * p<0.05, Tukey’s HSD
test. b. Disulfiram and Tanshinone were tested using the larval melanin content assay at 1.25 uM and 5 uM respectively, as single agents
and in combination with PD184352 (PD) (0.1 uM). WT and V12RAS embryos treated with vehicle control DMSO were used as reference
values. The absorbance values from the melanin were normalized to DMSO-alone treated V12RAS transgenic embryos. Bars depicted
mean + SEM. *** p<0.001, ** p<0.01, Tukey’s HSD test.
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Supplementary Figure S3: Selected in-vivo drug dose response curves. Hit compounds were retested at different concentrations
against VI2RAS and WT larvae and for V12RAS transgenic emrbyos only in combination with either PD184352 (PD) or NVPBEZ235
(NVP) as appropriate. Points depict mean += SEM for three independent experiments.
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Supplementary Figure S4: Responses of other melanoma cells to selected hits. Average cell number (%) is shown following
72h incubation with increasing concentrations of PD184352 (PD) or NVPBEZ235 (NVP) in the absence or presence of a fixed concentration
of Rapamycin, Disulfiram or Tanshinone as indicated.



