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Supplemental Methods 
We conducted double-digest RADseq following the protocol described in Peterson et al. 
(Peterson et al. 2012) with minor modifications. Briefly, 100ng of genomic DNA was double-
digested with 10U each of SBfI-HF® and MspI restriction enzymes (New England Biolabs) at 37 
°C for 2 h.  One of 32 individually 6-bp barcoded P1 adaptors and a single P2 adaptor were 
ligated to the SbfI and MspI sites, respectively, to facilitate multiplexing of 32 individuals per 
library. Ligation reactions were carried out in 40ul reaction volumes with 6.25nM each of P1 and 
P2 adaptors, 1.25mM rATP, 1x reaction buffer, and 200U concentrated T4 DNA ligase (New 
England Biolabs), incubated at room temperature for 2 h. Thirty-two samples with unique 
barcodes could subsequently be pooled prior to library amplification, which was carried out in a 
50ul total reaction volume containing 5ul library DNA, 0.5uM each of P1 and P2 primers, and 1x 
Phusion® High-Fidelity PCR Master Mix (New England Biolabs). One of two P2 primers with 
unique 6-bp indexes were used to facilitate multiplexing of two libraries per sequencing lane, for 
a total of 64 individuals per lane. Amplification was conducted using the following temperature 
cycle: 30 s 94 °C, 30 s 58 °C, 1 min 72 °C, 18 cycles. DNA purification using magnetic 1.5x 
beads (Sera-Mag SpeedBeads) was carried out at multiple time points throughout this process 
following digestion, ligation, and amplification.  
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