Supplementary Figures and Tables
[image: ] Supplementary Figure 1: (A) The inbreeding coefficient (*Fws) within study groups; SP, SP +bednet and Non-SP Users. The number above each plot indicate the sample size for each group. (B) Significance of genetic differentiation across individual P. falciparum microsatellite markers, with most loci showing no significant differentiation and TA40 locus (red) exceeding the predefined significance threshold. (C)  Heterozygosity is generally indicating substantial genetic variation within the parasite population. (D) Overall low pairwise FST estimates indicating low population differentiation, with comparatively greater differentiation for the Western Highlands, suggesting some degree of geographic/ecological structuring of parasite populations.









	Supplementary Table 1: Primer Sequences for MSP2 Genotyping and Plasmodium species Detection



	Target
	Primer
	PCR type
	Primer sequence
	Reference

	Plasmodium falciparum
	Var forward
	VarATS qPCR
	CCCATACACAACCAAYTGGA
	Hofman et al. [24]


	
	Var reverse 
	
	TTCGCACATATCTCTATGTCTATCT
	

	
	Var probe
	
	6-FAM-TRTTCCATAAATGGT-NFQ-MGB
	

	MSP2
	S2-Fwd
	Primary
	GAAGGTAATTAAAACATTGTC
	
Snounou et al. [27]; Su et al. [28]; Anderson et al. [34]

	
	S3-Rev
	
	GAGGGATGTTGCTGCTCCACAG
	

	IC3D7
	N5(3D7) Fwd.
	Nested
	HEX/CTGAAGAGGTACTGGTAGA
	

	
	Stail Rev
	
	gtgtcttGCTTATAATATGAGTATAAGGAGAA
	

	FC27
	M5(FC27) Fwd.
	Nested
	6FAM/GCATTGCCAGAACTTGAA
	

	
	Stail Rev
	
	gtgtcttGCTTATAATATGAGTATAAGGAGAA
	

	Plasmodium malariae
	CCWR2K1_Fwd
	Semi-nested qPCR
	TTCAGTCAGGATATGTAAAACAAAATTATTTAGGTAGT
	Daniels et al., [27]

	
	CCWR2K1_Rev
	
	CCTACTTCCCCTTCACCATAAAACA
	

	
	* CCWR2K1_Probe
	
	FAM/TCGTCTAGTTCTATTACGTCATTTTC
	

	Plasmodium ovale
	CCRR9V5_Fwd
	Semi-nested qPCR 
	CGACCCTGATGTTGTTGTTGGA
	Daniels et al. [27]

	
	CCRR9V5_Rev
	
	GGCTTTTTTCCATTTCTGTAGTTAAGATTCA
	

	
	* CCRR9V5_Probe
	
	HEX/CAACAGCTCCAAAATAT
	





[bookmark: _Toc139515809][bookmark: _Hlk130971867]Supplementary Table 2:  The primers used to amplify the 9 microsatellite markers of P. falciparum
	Chromosome 
	Locus 
	Primer sequence (5' to 3') 
	Size Range      (bp)
	3D7reference genome

	4
	Polya-R
	ATCAGATAATTGTTGGTA
	114-201
	151bp

	
	Polya-R
	AAAATATAGACGAACAGA
	
	

	
	Polya-3(IR)
	(FAM) GAAATTATAACTCTACCA
	
	

	12
	PFPK2-3R
	CCTCAGACTGAAATGCAT
	159-192
	172 bp

	
	PFPK2-R
	CTTTCATCGATACTACGA
	
	

	
	PFPK2-F
	(HEX) AAAGAAGGAACAAGCAGA
	
	

	5
	TAA81-3F
	GAAGAAATAAGGGAAGGT
	112-142
	122 bp

	
	TAA81-R
	TTTCACACAACACAGGATT
	
	

	
	TAA81-F
	(PET) TGGACAAATGGGAAAGGATA
	
	

	11
	ARA2-3(F)
	GTACATATGAATCACCAA
	63-90
	73 bp

	
	ARA2-R
	GCTTTGAGTATTATTAATA
	
	

	
	ARA2-F
	(FAM) GAATAAACAAAGTATTGCT
	
	

	6
	TA87-3F
	ATGGGTTAAATGAGGTACA
	90-126
	100 bp

	
	TA87-R
	ACATGTTCATATTACTCAC
	
	

	
	TA87-F
	(HEX) AATGGCAACACCATTCAAC
	
	

	
	TA40 Rev-1
	GAAATTGGCACCATTCAAC
	217
	217 bp

	
	TA40 For
	AAGGGTTGCTGCTGCAAGGT
	
	

	
	TA40 Rev-2
	(PET) CATCAATAAAATCACTACTA
	
	

	5
	TA42-3F
	ACAAAAGGGTGGTGATTCT
	182-251
	201 bp

	
	TA42-R
	GTATTATTACTACTACTAAAG
	
	

	
	TA42-F
	(FAM) TAGAAACAGGAATGATACG
	
	

	10
	2490-3R
	ATGATGTGCAGATGACGA
	78-93
	84 bp

	
	2490-F
	TTCTAAATAGATCCAAAG
	
	

	
	2490-R
	(HEX) TAGAATTATTGAATGCAC
	
	

	12
	PFG377-3R
	TTATGTTGGTACCGTGTA
	89-113
	98 bp

	
	PFG377-F
	GATCTCAACGGAAATTAT
	
	

	
	PFG377-R
	(PET) TTATCCCTACGATTAACA
	
	


All primers are listed 5’to 3’. For each locus the first and second primers are used in the primary reaction and the second and third primers are used in the secondary reaction. Primers listed third are internal to the other 2 and are end-labelled [31].
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