Supplementary materials:

Differential expression between gonads and kidneys in Gosner stage 42 tadpoles and adults.

S1. Materials and methods:
S1.1. Animals and sample collections: Wild L. sylvaticus egg masses were collected at the Long-term Experimental Wetlands Area (LEWA) at the Canadian Forces Base Gagetown (New Brunswick, Canada) and subsequently hatched and raised under laboratory conditions at the University of Ottawa in dechlorinated water at ~26 °C. Tadpoles were fed a daily diet of rabbit pellets supplemented with wards tadpole food and waste was removed twice weekly. Metamorphs were collected at Gosner stage 42, anesthetized utilizing MS222 (Sigma) and decapitated. Several tissues were dissected including hind limb, forelimb, tail, skin, stomach, liver, eyes, gall bladder, lung, intestines, brain, head kidneys, ovary and testes. After sampling tissues were pooled (n=2-10, depending on tissue) from several animals (separated by sex) to ensure an adequate amount of mRNA. Samples were placed on dry ice and subsequently stored at -80°C. Wild untreated adult L. sylvaticus frogs (3 males and 3 females) were collected at the LEWA experimental site. Animals were anesthetized utilizing MS222 (Sigma) and decapitated. Head kidneys and gonads were dissected separately, frozen and stored at -80°C until further analysis. All procedures followed approved animal care protocols of the University of Ottawa and the Canadian Council on Animal Care.
S1.2. RNA extractions, cDNA Synthesis and RT-PCR: Total RNA was extracted from Gs42 and adult tissues using the RNeasy micro and mini kit (Qiagen), respectively. Procedures were done following the manufacturer’s instructions and included a RNAse-free DNase digestion. After extractions, RNA quality was verified by determining the absorbance ratios of 260/230 nm and 280/260 nm utilising a NanoDrop 1000 Spectrophotometer (NanoDrop Technologies Inc.) and the RNA integrity numbers using the Agilent 2100 Bioanalyzer. In all cases half a microgram (0.5 μg) of total RNA was reverse transcribed to cDNA following the QuantiTect Reverse Transcription protocol (QIAGEN). 
S1.3. Semiquantitative RT-PCR: Gene specific primers based on the L. sylvaticus star sequence obtained in this study were designed using Primer 3 (http://frodo.wi.mit.edu/cgi-bin/primer3/primer3_www.cgi). The primer sequence was as follows: LsRT-PCR Forward 5’-ATGGAAAGCATGGGAGAGTG-3’ and LsRT-PCR Reverse 5’-AGGGTGCTGGGTTAGCAGAG-3’. Primers for rpl8 were taken from Navarro-Martin et al 2012. The resulting cDNA was utilized to amplify star and rpl8 by RT-PCR using native Taq DNA polymerase (Invitrogen). The RT-PCR was performed using a Mastercycler gradient thermalcycler (Ependorf; Mississauga, On, Canada). The RT-PCR cycling conditions for both genes were as follows: 2 min at 95°C, 35 cycles of 45 sec at 95°C, 30 sec at 60°C and 1 minute at 72°C followed by a final 10 min step at 72°C. The amplified RT-PCR products were resolved on 1% agarose gel stained with ethidium bromide. Each lane was loaded with 7.5 μg of star PCR product and 7.5 μg rpl8 PCR product.
S1.4. Real-time RT-PCR in adult tissues: All procedures followed the same instructions and conditions as described in the main text of the manuscript (section 3.2).

S2. Results
Fourteen tissues were isolated from Gosner stage 42 L. sylvaticus tadpoles and examined for star expression (front and hind legs, tail, skin, stomach, liver, eyes, gall bladder, lung, intestines, brain, head kidneys, ovary and testes). Of these, only the head kidneys and gonadal tissues showed any detectable star gene expression (Fig S1.A). Results show that star is highly expressed in adults than Gosner stage 42 tadpoles. It also appears that this expression may be higher in the interrenals tissue than in the gonadal tissues. There does not appear to be a difference in expression between the two sexes. Further analysis through real time RT-PCR showed that star mRNA expression in adult frogs is higher in head kidney than in gonads (Supplementary figure 1B; p<0.001). Moreover, sex differences in star mRNA levels were not found in either head kidney or gonads at adult stages (Supplementary figure 1B).
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Supplementary Figure Legend:

Figure 1S. A) star mRNA levels (444 bp) in kidney and gonad tissue for males (M) and females (F) for L. sylvaticus at Gosner stage 42 and for adults. The reference gene rpl8 is also represented and serves as an indicator of equal loading. PCR product resolved on 1% agarose gel. B) Expression of star in gonad and kidney of Adult L. sylvaticus. Data are presented as fold change in expression relative to the lowest sample value. Bar represents mean. Data are normalized to the reference gene rpl8.
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