Supplementary material 
Table S1
Primers designed for 5’ and 3’ flanking regions of POP, POP-like and OPB genes in T. evansi
	Amplification product
	Expected size
	Primers designed
	Restriction site

	TevPOP 5’ region
	916 bp
	Forward; 
5’-CGGCGGCCGCGCATTGCCCACTGCTTTGTG-3’
	NotI

	
	
	Reverse; 
5’-CGTCTAGATTGTGTTTGGGGGTGTCTTT-3’

	XbaI

	TevPOP 3’ region
	643 bp
	Forward;
5’-CGGGGCCCCGGTGGGGCGTGTTCACTCA-3’
	ApaI

	
	
	Reverse;
5’-CGGGGCCCCTTGTAGGGCTTTGGGAGCA-3’

	ApaI

	TevPOP-like 5’ region
	889 bp
	Forward;
5’-GCGGCGGCCGCGAAGGTGATGGGGACGAGTGGGAAGACG-3’
	NotI

	
	
	Reverse;
5’-GCATCTAGAGAAAGGGGTGAGAGACTCTCTGCCA-3’

	XbaI

	TevPOP-like 3’ region
	501 bp
	Forward;
5’- CGGGGCCCTTGCAGCCCAGGTTTGAAGGCTAGTTGTACA-3’
	ApaI

	
	
	Reverse;
5’-CGGGGCCCCGGGCAAGTTCGGCCGCATTGCGAA-3’

	ApaI

	TevOPB 5’ region
	929 bp
	Forward;
5’-CGAAGCTTCACTGGCCCGACGGGAGGAGTTGGT-3’
	HindIII

	
	
	Reverse;
5’-CGGTCGACTGAGGTAAGGGATGCTCCTGAGATA-3’

	SaLI

	TevOPB 3’ region
	626 bp
	Forward; 
5’-CGCCCGGGGTAGGTAAGGAATAGCTGAAACTTGT-3’
	SmaI

	
	
	Reverse; 
5’-CGAGATCTGGTCACTCACATGCAACACGCGGCAA-3’
	BgLII





[image: \\F301\SEIB-Home\KANGETHER\Desktop\KaluzaPlotImage_2.png]   GFP (mean florescence intensity)



[bookmark: _GoBack]Figure S1. Flow cytometry analysis of T. evansi strain RoTat 1.2 transformed with pLew20b-GFP. Parasites transformed by the 4 D-Nucleofector™ system using program DI100 combined with solution P5 and selected with 2.5µg/mL of phleomycin yielded parasites that displayed a higher fluorescence when compared to T. evansi RoTat 1.2 wild-type parasites.



 
Figure S2. Ten interleukin concentrations in mice infected using wild type, Δpop, Δpop-like and Δopb T. evansi RoTat 1.2 parasites. 






Fig. S3.  In vitro parasite counts of T. evansi RoTat 1.2 wild type parasites compared to Δopb null mutant, Δpop null mutant and Δpop-like null mutant clones. All parasite clones were able to replicate at similar rates with no significant differences when compared to the wild-type.

Table S2. Genes Identified using Affymetrix platform
(File attached)


Section S2. Variance weighted to number of mice samples in bulk

Let bj be the bulk effect at time j (j=1,...,t) and collect these into vector b:


  (e.g. CS or AR1)

Now we cross this with a covariate zj, equal to the inverse of the square root of the number of mice, i.e. we are looking at effects bjzj, which essentially are random regression terms. The regression terms can be written in vector form as


  with Z a diagonal matrix



  and  


The SAS statement
random time*z / subject=bulk type=(e.g. CS or AR1);



will fit the structure . The variance for the effect b1 will then be .
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Invitro parasite counts of knock-out clones
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