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Table 1: Preparation of 1 mL of 5x Oligo mix and their respective sequence
	Oligo name
	Species specificity
	Target region
	Oligo sequence
	Oligo modification [5’-3’]

	
	
	
	
	

	P. falciparum (PlasQ assay)
	
	
	
	

	
	
	
	
	

	Pspp18S F
	Plasmodium spp
	18S rDNA
	GCT CTT TCT TGA TTT CTT GGA TG
	-

	Pspp18S R
	Plasmodium spp
	18S rDNA
	AGC AGG TTA AGA TCT CG TTC G
	-

	Pspp18S probe
	Plasmodium spp
	18S rDNA
	ATG GCC GTT TTT AGT TCG TG
	Cy5-BHQ2

	PfvarATS F
	P. falciparum
	varATS 
	CCC ATA CAC AAC CAA YTG GA
	-

	PfvarATS R
	P. falciparum
	varATS
	TTC GCA CAT ATC TCT ATG TCT ATC T
	-

	PfvarATS probe
	P. falciparum
	varATS
	TRT TCC ATA AAT GGT
	FAM-NFQ/MGB

	HsRNaseP F
	H. sapiens
	RnaseP gene
	AGA TTT GGA CCT GCG AGC G 
	-

	HsRNaseP R
	H. sapiens
	RnaseP gene
	GAG CGG CTG TCT CCA CAA GT 
	-

	HsRNaseP probe
	H. sapiens
	RnaseP gene
	TTC TGA CCT GAA GGC TCT GCG CG
	YakimaYellow-BHQ1



Table 2: Master Mix preparation
	Component
	Stock concentration
	Final concentration
	Reaction volume (μL)
	Example for 100 reactions (μL)

	Luna Universal Probe qPCR Master Mix
	2x
	1x
	5
	500

	PlasQ Primer Mix
	5x
	1
	2
	200

	Molecular biology grade H2O
	-
	-
	1
	100




Table 3: Prevalence estimates for the 35 surveyed villages using three diagnostic methods. Values are calculated as the number of positive samples divided by the total number of tests conducted per village, presented without multiplication by 100%.
	District
	Village Name
	Latitude
	Longitude
	Survey month
	RDT 
	Microscopy

	PCR Prevalance 

	
	
	
	
	
	Sample Tested/ village
	Prevalance %
[95% CI]
	Sample Tested/ village
	Prevalance %
[95% CI]
	Sample Tested/ village
	Prevalance %
[95% CI]

	Kilombero
	Ichonde
	-7.88122
	36.877098
	July-2023
	188
	0.5 
[0.1-2.9]
	188
	0.5
[0.1-2.9]
	94
	4.9
[2-11.3]

	Kilombero
	Ikwambi
	-7.9859
	36.819019
	June-2023
	143
	25 
[18.6-32.7]
	143
	9.6
[5.8-15.6]
	92
	45.2
[35.4-55.4]

	Kilombero
	Kapolo
	-8.09353
	36.7061085
	August-2023
	138
	0.7 
[0.1-3.9]
	138
	0
[0-2.7]
	89
	7.1
[3.4-14.4]

	Kilombero
	Kiyongwile
	-8.1571
	36.6891643
	September-2023
	212
	0 
[0-1.8]
	212
	0
[0-1.8]
	106
	0.9
[0.2-5.1]

	Kilombero
	Kikwawila
	-8.08771
	36.7395421
	August-2023
	146
	0 
[0-2.6]
	146
	0.8
[0.2-4]
	92
	4.7
[1.9-11.1]

	Kilombero
	Kisawasawa
	-7.89719
	36.8715262
	June-2023
	141
	0 
[0-2.7]
	141
	0
[0-2.7]
	88
	2.8
[0.9-8.7]

	Kilombero
	Lihami
	-8.15684
	36.6855141
	September-2023
	197
	0 
[0-1.9]
	197
	0
[0-1.9]
	99
	11.9
[6.9-19.7]

	Kilombero
	Lipangalala
	-8.1508
	36.6813302
	September-2023
	147
	0 
[0-2.5]
	147
	0
[0-2.5]
	89
	8.5
[4.3-16.1]

	Kilombero
	Lungongole
	-8.04441
	36.7584786
	August-2023
	180
	7.2 
[4.3-11.9]
	180
	3.9
[1.9-7.8]
	90
	10.5
[5.7-18.5]

	Kilombero
	Magengeni
	36.68213
	244.1016846
	September-2023
	183
	0.6 
[0.1-3.1]
	183
	2.7
[1.2-6.2]
	183
	5.6
[3.1-10]

	Kilombero
	Mang'ula
	-7.8339
	36.9022122
	June-2023
	270
	0 
[0-1.4]
	270
	2.6
[1.3-5.3]
	135
	5.3
[2.6-10.5]

	Kilombero
	Minarani
	-8.12218
	36.6835894
	September-2023
	139
	0 
[0-2.7]
	139
	0.7
[0.1-3.9]
	92
	2.2
[1-7.6]

	Kilombero
	Mkamba
	-7.68703
	37.0102679
	May-2023
	147
	1.4 
[0.4-4.9]
	147
	2
[0.7-5.8]
	147
	5.6
[2.9-10.6]

	Kilombero
	Mkochi
	-8.05123
	36.7780487
	August-2023
	136
	28.6
[21.7-36.7]
	136
	22.9
[16.6-30.6]
	89
	37.9
[28.5-48.3]

	Kilombero
	Mkula
	-7.8011
	36.9080764
	June-2023
	231
	0.4
[0.1-2.4]
	231
	0
[0-1.6]
	116
	15.4
[10-23.1]

	Kilombero
	Sagamaganga
	-8.05523
	36.8074578
	July-August 2023
	218
	4.1
[2.2-7.6]
	218
	0.5
[0.1-2.6]
	109
	20.6
[14.1-29.1]

	Kilombero
	Sanje
	-7.76816
	36.9143145
	May 2023
	205
	1.5
[0.5-4.3]
	205
	0.5
[0.1-2.7]
	103
	3.9
[1.5-9.6]

	Kilombero
	Sululu
	-7.99394
	36.8296639
	June 2023
	149
	13.4
[8.9-19.8]
	149
	4
[1.8-8.5]
	96
	25
[17.4-34.5]

	Kilombero
	Utaifa A
	-8.12283
	36.6848243
	September-2023
	212
	0.9
[0.2-3.3]
	212
	2.4
[1-5.5]
	106
	5.8
[2.7-11.9]

	Ulanga
	Chikuti
	-8.56194
	36.7720928
	May 2022
	449
	53.3
[48.7-57.9]
	449
	30.1
[26-34.5]
	449
	68.2
[63.8-72.3]

	Ulanga
	Ebuyu
	-8.97243
	36.7449489
	June 2022
	385
	51.6
[46.6-56.6]
	385
	42
[37.2-46.9]
	193
	46.4
[39.5-53.4]

	Ulanga
	Mbuga
	-8.9813
	36.8690018
	July 2022
	349
	30.9
[26.3-35.9]
	349
	20.5
[16.6-25]
	175
	35.4
[28.7-42.7]

	Ulanga
	Igota
	-8.40479
	36.6727855
	April-2022
	142
	4.2
[1.9-8.9]
	142
	2
[0.7-5.9]
	94
	27.5
[19.5-37.3]

	Ulanga
	Igumbiro
	-8.35423
	36.6738147
	April 2023
	134
	5.7
[ 2.9-10.1]
	134
	3.4
[1.4-8]
	92
	40.9
[31.4-51.1]

	Ulanga
	Ikungua
	-8.46596
	36.6878861
	January 2023
	181
	25.4
[19.6-32.2]
	181
	15.5
[11-21.5]
	91
	62.9
[52.6-72]

	Ulanga
	Itoo
	-8.23007
	36.6143815
	April-2023
	148
	6.1
[3.2-11.2]
	148
	6.8
[3.7-12]
	92
	15.8
[9.7-24.6]

	Ulanga
	Kivukoni
	-8.20477
	36.690195
	February-2023
	147
	2
[0.7-5.8]
	147
	3.4
[1.5-7.7]
	92
	18.9
[12.2-28.1]

	Ulanga
	Makanga
	-8.65621
	36.72257092
	April 2022
	367
	46.3
[41.3-51.4]
	367
	25.7
[21.5-30.4]
	184
	71.4
[64.5-77.4]

	Ulanga
	Mavimba
	-8.31773
	36.6807224
	February 2023
	148
	1.4
[0.4-4.9]
	148
	1.4
[0.4-4.9]
	96
	6.7
[3.2-13.5]

	Ulanga
	Igamba
	-8.31479
	36.7465093
	April 2023
	149
	48.7
[40.8-56.7]
	149
	34.7
[27.5-42.6]
	96
	63.8
[53.8-72.7]

	Ulanga
	Mdindo
	-8.62298
	36.6927682
	April-2022
	406
	45
[40.23-49.9]
	406
	36.8
[32.3-41.6]
	403
	68.2
[63.7-72.7]

	Ulanga
	Msogezi
	-8.60496
	36.6811327
	April-2022
	408
	61.4
[56.6-66]
	408
	42
[37.3-46.8]
	401
	62.4
[57.6-67]

	Ulanga
	Mwaya
	-8.94368
	36.8269591
	June-2022
	304
	20.7
[16.5-25.6]
	304
	15.1
[11.5-19.6]
	152
	43.1
[35.5-51.1]

	Ulanga
	Mzelezi
	-8.88216
	36.7308193
	July-2022
	384
	45.3
[40.4-50.3]
	384
	28
[23.7-32.7]
	192
	69.7
[62.9-75.8]

	Ulanga
	Tulizamoyo
	-8.35886
	36.7342939
	April-2022
	132
	28.6
[21.6-36.8]
	132
	33.3
[25.8-41.7]
	88
	66.7
[56.3-75.7]




Table 4: Number of villages categorized into different risk strata based on the P. falciparum prevalence rate (PfPR) data including the 95% Lower and upper Confidence interval (LCI & UCI)  from qPCR, RDTs and microscopy.
	Risk strata
	Prevalence
	Number of villages per strata 

	
	
	qPCR
	RDTs
	Microscopy

	
	
	Counts based on LCI
	Counts based on observed prevalence
	Counts based on UCI
	Counts based on LCI
	Counts based on observed prevalence
	Counts based on UCI
	Counts based on LCI
	Counts based on observed prevalence
	Counts based on UCI

	Very low
	PfPR < 1%
	2
	1
	0
	16
	12
	0
	14
	11
	0

	Low
	1% ≤ PfPR < 5%
	11
	5
	0
	5
	6
	16
	8
	10
	12

	Moderate
	5% ≤ PfPR < 30%
	9
	15
	18
	7
	9
	6
	10
	8
	13

	High
	PfPR ≥ 30%
	13
	14
	17
	7
	8
	13
	3
	6
	10

	Total
	35
	35
	35
	35
	35
	35
	35
	35
	35



