




What	to	do?	

•  Trim	the	reads?	
•  Start	over	–	try	sequencing	it	again?	



“…	researchers	interested	in	assembling	transcriptomes	de	novo	
should	elect	for	a	much	gentler	quality	trimming,	or	no	trimming	
at	all.”	

“…	trimming	at	PHRED=2	or	PHRED=5	opImizes	assembly	quality.”	
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Fewer	errors	in	the	assembly		

Light	trimming	doesn’t	reduce	number	of	blast	matches	w/	higher	sequencing	depths.	

MacManes	2014	

Fewer	unique	kmers	

Aggressive	Trimming	may	be	harmful,	whereas	light	trimming	could	be	beneficial	



In	silico	normalizaIon	of	reads	

High	

Moderate	

Low	



Impact	of	NormalizaIon	on	De	novo	Full-length	
Transcript	ReconstrucIon	

Haas	et	al.,	2013	

Largely	retain	full-length	reconstrucIon,	but	use	less	RAM	and	assemble	much	faster.	



Quality	Trimming	and	NormalizaIon	
via	Trinity	

o  Quality	Trimming	using	TrimmomaIc:	
o  Trinity	--trimmomaIc	

o  NormalizaIon	of	reads:	
o  Trinity	--normalize_reads				(now	on	by	default!)	

o  You	can	do	both	in	a	single	Trinity	assembly	run:	
o  Trinity	--trimmomaIc	--normalize_reads	



Fastqc,	trimming,	and	normalizaIon	
pracIcal	


