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[bookmark: _GoBack]APPENDIX S2. PCR and sequencing protocols used for the assembly of the DNA barcode library of Canadian vascular plants. (A) PCR and sequencing protocols for rbcL and ITS2. (B) PCR and sequencing protocols for matK.

Part A. PCR protocols for rbcL and ITS2 with Platinum DNA Polymerase (Invitrogen, Carlsbad, California, USA). Protocols previously published (Kuzmina and Ivanova, 2011; Fazekas et al., 2012).
	Primer
	Primer sequence 5–3
	Reference

	rbcLa-F (forward)
	ATGTCACCACAAACAGAGACTAAAGC
	Levin et al., 2003

	rbcLa-R (reverse)
	GTAAAATCAAGTCCACCRCG
	Kress et al., 2009

	[bookmark: _Hlk498106938]ITS-S2F (forward)
	ATGCGATACTTGGTGTGAAT
	Chen et al., 2010

	ITS4 (reverse)
	TCCTCCGCTTATTGATATGC
	White et al., 1990



PCR cocktail per reaction: 10% trehalose 6.25 L, ddH2O 2 L, 10× buffer 1.25 L, 50 mM MgCl2 0.625 L, 10 M primer (forward) 0.125 L, 10 M primer (reverse) 0.125 L, 10 mM dNTPs 0.0625 L, Platinum DNA Polymerase (5 U/L) 0.06 L. Total: 10.5 L
DNA template: 2 µL
rbcL: 94C for 4 min; 35 cycles of 94C for 30 s, 55C for 30 s, 72C for 1 min; final extension 72C for 10 min; hold at 4C
ITS2: 94C for 5 min; 35 cycles of 94C for 30 s, 56C for 30 s, 72C for 45 s; final extension 72C for 10 min; hold at 4C
Sequencing (with the same primers): 96C for 2 min; 30 cycles of 96C for 30 s, 55C for 15 s, 60C for 4 min; hold at 4C

Part B. PCR protocol for matK with Phusion High-Fidelity DNA Polymerase (Thermo Fisher, Waltham, Massachusetts, USA).
	Primer
	Primer sequence 5–3
	Reference

	matK-xf (choice I) (forward)
	TAATTTACGATCAATTCATTC
	Ford et al., 2009

	matK-MALP (choice I) (reverse)
	ACAAGAAAGTCGAAGTAT
	Dunning and Savolainen, 2010

	matK-1RKIM-f (choice II) (forward)
	ACCCAGTCCATCTGGAAATCTTGGTTC
	Ki-Joong Kim, pers. comm.

	matK-3FKIM-r (choice II) (reverse)
	CGTACAGTACTTTTGGTGTTTACGAG
	Ki-Joong Kim, pers. comm.



PCR cocktail per reaction: 5× High-Fidelity buffer (with MgCl2) 2 µL; 100% DMSO 0.3 µL; 10 µM primer (forward) 0.5 µL; 10 µM primer (reverse) 0.5 µL; 10 mM dNTPs 0.2 µL; ddH2O 5.375 µL; Phusion High-Fidelity DNA Polymerase F530 (5 U/µL) 0.125 µL. Total: 9 µL
DNA template: 1 µL
matK: 98C for 45 s; 35 cycles of 98C for 10 s, 54C for 30 s, 72C for 40 s; final extension 72C for 10 min; hold at 4C
Sequencing (for choice I and II use matK-1RKIM-f and matK-MALP primers): 96C for 2 min; 30 cycles of 96C for 30 s, 50C for 15 s, 60C for 4 min; hold at 4C
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