Primers and PCR protocols to prepare samples of amplified library for deep sequencing verification – (Appendix 2) – 
· 254656, 254657
· Forward PCR Primers with Index: AATGATACGGCGACCACCGAGATCTACACGATCGGAAGAGCACACGTCTGAACTCCAGTCACnnnnnnGCACAAAAGGAAACTCACCCT
· LGR Reverse PCR Primer: CAAGCAGAAGACGGCATACGAGATATGCTGTTTCCAGCTTAGCTCTT
· Sequencing primer: GTGTGTTTTGAGACTATAAGTATCCCTTGGAGAACCACCTTGTTGG

PCR thermocycling
	·  
	uL 

	Forward primer (100uM, Index primer) 
	0.5 

	Reverse primer (100uM) 
	0.5 

	NEB Q5 Master mix 
	25 

	Template (10ng/ul)) 
	2 

	H2O 
	22 

	total uL 
	50 


PCR thermocycling: 
	Initial denaturation  
	98°C, 30s 
	 

	Denature  
	98°C, 10s 
	 

	Anneal 
	65°C, 75s 
	(Repeat 9 cycles) 

	Final Elongation 
	65°C, 5minutes 
	 

	Final Hold  
	4°C, forever 
	 



· Skew 90/10
· 254656: 1.99
