Strong purifying selection in endogenous retroviruses in the saltwater crocodile (Crocodylus porosus) in the Northern Territory of Australia: Additional File 2
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PCR conditions
Forward primer sequence: GTK TTI KTI GAY ACI GGI KC
Reverse primer sequence: ATI AGI AKR TCR TCI ACR TA

PCR was carried out in duplicate, in 25 µL reaction volumes, containing 100pmol of each primer, 2mM MgCl2, 0.16mM dNTPs, PCR buffer and 1U of Taq polymerase. PCR cycles were as follows: initial denaturation at 94°C for 2 minutes, 35 cycles of 45°C (30 seconds), 72°C (60 seconds) and 94°C (30 seconds), followed by final annealing period of 3 minutes at 45°C and a final extension period of 10 minutes at 72°C.

RDP settings
[bookmark: _GoBack]Default program settings were used, implementing the RDP [1], GENECONV [2], Bootscan [3], MaxChi [4], Chimaera [5], SiScan [6] and 3seq methods [7] for detection of recombinants with a significance cut off of p = 0.05 and the Bonferroni correction. Tests were carried out on sequences within C. porosus and across species. Sequences were considered to be potential recombinants if two or more of the above methods returned a significant value. 

Selection criteria for representative sequences
Due to the large number of sequences recovered, representative sequences from C. porosus selected based on similarity to a consensus sequence from each clade. Since we are also interested in the functionality of sequences, sequences with fewer perceived indels or stop codons were selected over those with more of these mutations where there were multiple equally similar sequences.  Sequences from other crocodilians were treated similarly except in cases where there were clearly two divergent lineages represented. 

PAML model comparisons
Tests for selection on specific sites were conducted under the assumption of a single rate of substitution across branches. The models M0 and M3 were compared to determine if selection differed between sites, and the model pairs M2 and M3, and M7 and M8 were used to test for selection at each site. Likelihood ratio test (LRT) statistics were calculated for the following pairs to determine significance; M0 – M3, M1a – M2a, M7 – M8 (see Results for additional information)
LRT values were calculated as twice the difference between the likelihood values for each of the different models, and compared to the Chi-squared values for one degree of freedom.
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