S6 Appendix
Gene expression analysis by Real-Time PCR on MC1R, NPY and PCNA genes.

Materials and Methods
To determine the expression of MC1R, NPY and PCNA genes, total cellular RNA was isolated from tissues (skin (tail), brain and testis) of lizards from island and mainland population, by using TRI Reagent (EuroClone, Milan, Italy) according to manufacturer’s recommendations. The RNA quality and quantity were determined using Agilent Bioanalyzer 2100 (Agilent Technologies, Santa Clara, CA, USA) and Nanodrop spectrophotometer (Thermo Scientific Inc., Waltham, MA, USA) respectively. For cDNA synthesis with integrated removal of the genomic DNA contamination, QuantiTect® Reverse Transcription Kit (QIAGEN, Valencia, CA, USA) was used as described by the manufacturer. We conducted a RT-PCR by using SYBR® Premix Ex TaqTM II (Tli RNaseH Plus) RR820A (TaKaRa, Dalian, China). Quantitative RT-PCR analysis was conducted by using the 2(-ΔΔC(T)) method [1]. RT-PCR was performed in a Rotor-Gene Q cycler (QIAGEN). Amplification curves, melting curves, and cycle threshold values (Ct values) were analyzed using Rotor-Gene Q Series Software (QIAGEN). For each RT-PCR experiment, data were normalized to the expression of the β-actin housekeeping gene. 
The primers used for each gene were as follows: MC1R forward 5'-TGGAGACCCTCTTCATGCTTCT-3', reverse 5'-GCTGCAGATCAGCATGTCCA-3'; NPY forward 5'-CTCGGCGTTGAGACATTACA-3', reverse 5'-CACTTCCCATCACCACACAG-3'; PCNA forward 5'-AGTGAGAAGGCCTGGCAGTA-3', reverse 5'-CTTTGCAGCCAATCTCCTTC-3'; ACTB forward 5'-GATCTGGCACCACACCTTCT-3', reverse 5'-TCTTTTCTCTGTTGGCTTTGG- 3'.
Each sample was tested and run in duplicate and s. tatistically significant expression changes were calculated using one-way ANOVA.
The mainland lizard was used to normalize the amount of mRNA in the insular population.
The results of this analysis were reported in Table 1. MC1R showed significant differences of expression, about 7-fold higher than the mainland wild-type, whereas NPY and PCNA genes exhibited a weak but significant over-expression in island population than mainland one (2-fold and 3-fold respectively). 

	Table 1. Gene expression in the skin, brain and testis of lizards from island and mainland population.

	mRNA fold

	
	MC1R (skin)
	NPY (brain)
	PCNA (testis)

	Island
	7 (0.6)
	2(0.3)
	3(0.3)

	Mainland
	1(0.2)
	1(0.2)
	1(0.1)

	ANOVA one way test
	P<0.001; F=270; df=1
	P<0.01; F=23; 
df=1
	P<0.001; F=120; df=1



Table 1. Gene expression in the skin, brain and testis of lizards from island and mainland population. Results are expressed as mean ( standard deviation).

We also evaluated the expression of the Melanocortin-1 Receptor (MC1R) gene in the skin, because it is associated with the strong melanization that characterizes these insular lizards [2]. 
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