Distinct genetic clustering in the weakly differentiated polar cod, Boreogadus saida Lepechin, 1774 from East Siberian Sea to Svalbard
María Quintela, Shripathi Bhat, Kim Præbel, Natalia Gordeeva, Gaute W. Seljestad, Tanja Hanebrekke, Alejandro Mateos-Rivera, Frode Vikebø, Daria Zelenina, Chi-Hing Christina Cheng, Torild Johansen

Online Resource 3__ BARCODING
Material and Methods
To rule out that the observed clustering pattern could be driven by the SNP cross-amplification of any taxonomically-related species that could be morphologically confounded with polarcod, a subset of individuals was barcoded. Individuals were selected across different geographic sites and distributed like this: major cluster (N=43), minor cluster (N=15), and not-assigned to any of the clusters (N=3), respectively.
Following DNA isolation, PCR amplification targeting the mitochondrial COI gene was performed in 12 μL reactions containing 2.4 μL ×5 buffer, 1 μL of MgCl2 [25 mM], 1.92 μL dNTPs [1.25 mM], 1.44 μL [10 μM] primer pair combination (LepF1_t1, VF1_t1, VF1d_t1, VF1i_t1, LepR1_t1, VR1d_t1, VR1_t1, VR1i_t1) with the M13F sequence incorporated in the forward primers (Ivanova et al. 2007), 0.07 μL GoTaq G2 DNA polymerase (Promega, WI, USA), 3.17 μL dH2O, and 2 μL template DNA. The PCR conditions were (i) an initial denaturation of 2 min at 95 °C, followed by (ii) 38 cycles of amplification (denaturation 30 s at 94 °C, annealing at 52 °C for 30 s and an extension of 1 min at 72 °C), and (iii) a final extension of 10 min at 72 °C. Clean-up of the PCR products was performed mixing 5 μL of the PCR product and 2 μL ExoSap-IT PCR product Cleanup (ThermoFisher, MA, USA) followed by an incubation at 37 °C for 15 min and 80 °C for 15 min. Finally, sequencing was performed using 1 μL of M13F primer (0.35 μM) at the sequencing facility at the University of Bergen (http://www.seqlab.uib.no). Sequence analysis was performed in Geneious v8.0.5 (Kearse et al. 2012). The resulting sequences were used as queries for BLASTn (Altschul et al. 1990) in GenBank (www.ncbi.nlm.nih.gov/ genbank) using the default parameters and the Barcode of Life Data System (BOLD; www.boldsystems.org) databases and compared to reference sequences to determine its taxonomic identity. A threshold of a >99% match to assign sequences to species has been used. 

Results
[bookmark: _GoBack]A fragment of 654 bp was obtained and all the sequences were assigned to Boreogadus saida with >99% match, which therefore excluded the possibility that the clustering pattern was due to two different species. Table S3 in Online Resource 1 compiles all the information for each individual as well as the COI sequence. A total of 11 different haplotypes were retrieved from the 61 individuals examined.
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