Parasite material and RNA preparation
Adult worms were collected from infected pigs at an abattoir when being processed as part of the normal work of the abattoir. The fresh worm tissues, including three non-reproductive (head, pharynx, and intestine) tissues in both male and female worms, as well as two reproductive tissues per sex (testis, seminal vesicle, ovary and uterus) were dissected (Fig. 1) and snap frozen in liquid nitrogen for subsequent storage at -80 °C. Total RNA of each individual tissue (two replicates each) was prepared using TRIzol (Invitrogen) according to the manufacturer’s instruction, and the integrity and yield of the RNA was verified by the Bioanalyzer 2100 (Agilent Technologies, Cedar Creek, Texas). Total RNA was treated with Ambion Turbo DNase (Ambion/Applied Biosystems, Austin, TX), and 1ug of the DNAse-treated total RNA went through polyA selection via the MicroPoly(A) Purist Kit according to the manufacturer's recommendations (Ambion/Applied Biosystems, Austin, TX). 1ng of the mRNA isolated was used as the template for cDNA library construction using the Ovation® RNA-Seq (version 2) kit according to the manufacturer's recommendations (NuGEN Technologies, Inc., San Carlos, CA). 

RNA-seq library construction and sequencing
Non-normalized cDNA was used to construct Multiplexed Illumina paired end small fragment libraries according to the manufacturer's recommendations (Illumina Inc, San Diego, CA), with the following exceptions: 1) 1ug of cDNA was sheared using a Covaris S220 DNA Sonicator (Covaris, INC. Woburn, MA) to a size range between 200-400bp. 2) Four PCR reactions were amplified to enrich for proper adaptor ligated fragments and properly index the libraries. 3) The final size selection of the library was achieved by an AMPure paramagnetic bead cleanup (Agencourt, Beckman Coulter Genomics, Beverly, MA), targeting 300-500bp. The concentration of the library was accurately determined through qPCR according to the manufacturer's protocol (Kapa Biosystems, Inc, Woburn, MA) to produce cluster counts appropriate for the Illumina GAIIx platform.  Multiple libraries were pooled together and loaded into one lane of a HiSeq2000 version 3 flow cell.  2 X 101bp read pairs were generated for each sample, generating ~2 GB per sample.

Analytical processing of the reads and differential expression
Analytical processing of the Illumina short-reads was performed using in-house scripts. DUST was used to filter out regions of low compositional complexity and to convert them into N’s [1]. An in-house script was used to remove N’s, which discards reads without at least 60 bases on non-N sequence. Sequences from host (pig genome; Sscrofa9.2, GCA_000003025.2 from GenBank[2]), bacteria (GBBCT from GenBank [2]), and an A. suum mitochondrial database were screened against using the A. suum Illumina short-reads. The number of RNA-seq read identified and mapped per tissue sample is listed in Table 1. 

Table 1. RNA-seq statistics for tissues-specific samples
	Tissue                 (M = Male,           F = Female)
	Number of Mapped Reads (Million)
	Pearson Correlation Between Replicates
	# of Genes >50% Breadth of Coverage

	
	Rep. 1
	Rep. 2
	
	

	M Head
	11.8
	9.1
	0.961
	10,015

	F Head
	9.0
	10.4
	0.943
	11,709

	M Pharynx
	7.6
	10.1
	0.614
	9,787

	F Pharynx
	8.9
	7.1
	0.796
	9,612

	M Intestine
	11.5
	16.6
	0.997
	9,563

	F Intestine
	14.3
	10.6
	0.962
	8,436

	Testis
	6.2
	8.0
	0.891
	10,757

	Ovary
	9.7
	16.1
	0.913
	11,652

	Seminal Ves.
	9.8
	8.1
	0.980
	9,976

	Uterus
	8.7
	6.1
	0.913
	10,279

	Total
	199.4
	N/A
	16,854 (merged)



	Gene expression for each sample was calculated by mapping the screened RNA-seq reads to the recently released A. suum genome [3] using Tophat [4] (version 1.3.1), and calculating depth and breadth of coverage using Refcov (version 0.3, http://gmt.genome.wustl.edu/gmt-refcov). Gene expression values were normalized using the depth of coverage per million reads (DCPM) per sample [5]. 
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