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Preparation	of	RNA	and	RNA-sequencing.	cDNA	[CS1]	libraries	were	prepared	from	total	RNA	
using	an	adaptation	of	 the	RNAtag-Seq	protocol	 (30).	Briefly,	RNA	samples	were	 fragmented,	
depleted	of	genomic	DNA,	and	dephosphorylated	prior	to	their	ligation	to	barcoded	adaptors.	
Barcoded	RNAs	were	pooled,	depleted	of	rRNA	using	RiboZero	(Epicentre),	used	bacterial+host	
RZ,	and	converted	to	Illumina	cDNA	libraries	in	2	steps.		First,	the	RNA	was	reverse	transcribed	
by	 SMARTScribe	 Reverse	 Transcriptase	 (Clonetech	 Laboratories)	 using	 a	 primer	 targeting	 the	
ligated	adapter.		During	cDNA	synthesis,	a	second	DNA	adapter	was	added	to	the	3’	end	of	cDNAs	
through	template	switching	[1,2].		Second,	cDNAs	were	PCR	amplified	with	primers	targeting	the	
ligated	adapters	and	carrying	the	 full	 sequence	of	 the	 Illumina	sequencing	adaptors.	Libraries	
were	sequenced	on	HiSeq	2x101	to	yield	~13	million	PE	reads.		
	
Post-sequencing	de-multiplexing	and	generation	of	BAM	and	Fastq	files	were	generated	using	
the	Picard	suite	(https://broadinstitute.github.io/picard/command-line-overview.html).	
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