Detection of Mansonella perstans in dry blood spots
DNA extraction using Quick-DNA™ MiniPrep (Zymo Research, USA)  
1. Three dry blood spots (DBS) discs (with 10ul blood each) were placed in a clean 1.5 mL microcentrifuge tube.
2. Lysis was done by adding 400 µl of Genomic Lysis Buffer containing beta-mercaptoethanol in 0.5%(v/v) to the tube containing the DBS.
3. This was followed by vortexing for 4-6 seconds, and then incubated at room temperature for 10 minutes. 
4. The liquid containing DNA was transferred to a Zymo-Spin IICR Column placed in a Collection Tube (ensuring that no particles of the filter paper is pipetted with the sample). 
5. The Zymo-Spin IICR Column was centrifuged at 10,000 x g for one minute. 
6. The Collection Tube with the flow through was discarded. 
7. The Zymo-Spin IICR Column was transferred to a new Collection Tube. 
8. 200 µl of DNA Pre-Wash Buffer was added to the spin column and then centrifuged at 10,000 x g for one minute. 
9. 500 µl of g-DNA Wash Buffer was added to the spin column and then centrifuged at 10,000 x g for one minute. 
10. Finally, the spin column was transferred to a clean 1.5 mL microcentrifuge tube and 75 µl DNA Elution Buffer was added to the base of the spin column. 
11. This was incubated at room temperature for 5 minutes and then centrifuged at 10,000 x g for one minute to elute the DNA.
12. The eluted DNA was stored at -20ºC for later use. 

Nested PCR 
Primers
	Primer
	Sequence
	Reaction

	UNI-1R 
	5`- CGCAGCTAGCTGCGTTCTTCATCG-3`
	Nest I

	FIL-1F 
	5`-GTGCTGTAACCATTACCGAAAGG-3`
	Nest I

	FIL-2F	
	5`-GGTGAACCTGCGGAAGGATC-3`
	Nest II

	FIL-2R 
	5`-TGCTTATTAAGTCTACTTAA-3`
	Nest II



The PCRs were set up as follows:
Nest I Reaction (Master Mix)
1. A master mix containing Go-Taq PCR Buffer, dNTPmix, UNI-1R, FIL-1F, Go-Taq polymerase and Nuclease Free water in the proportions below was made. 
2. The mix was vortexed and distributed into 0.2 mL PCR tubes. 
3. The DNA template was added separately to the respective tubes.
	
	Reagents
	Concentration (total reaction volume = 15 µL

	1
	Go-Taq PCR Buffer
	1X

	2
	dNTPmix
	300 nM

	3
	UNI-1R
	300 nM

	4
	FIL-1F 
	300 nM

	5
	Go-Taq polymerase
	0.033 units

	6
	Nuclease Free water
	Added to make the total volume

	7
	DNA Template
	3 µL (added individually to reaction tubes)

	8
	Total reaction volume
	15 µL


*Multiply each component by the total number of samples to be run. 
PCR cycling conditions
	Step
	Temperature
	Time 
	No. Cycles

	Initial denaturation
	94°C
	3 min
	1

	Denaturation 
	94°C
	30 sec,
	
35


	Annealing
	60°C
	30 sec
	

	Extension 
	72°C
	30 sec
	

	Final Extension
	72°C
	7 min
	1

	cooling
	4°C
	∞
	hold



Nest II Reaction (Master Mix)
4. A master mix containing Go-Taq PCR Buffer, dNTPmix, UNI-1R, FIL-1F, Go-Taq polymerase and Nuclease Free water in the proportions below was made. 
5. The mix was vortexed and distributed into 0.2 mL PCR tubes. 
6. The DNA template was added separately to the respective tubes.
	
	Reagents
	Concentration (total reaction volume = 15 µL

	1
	Go-Taq PCR Buffer
	1X

	2
	dNTPmix
	300 nM

	3
	FIL-2F
	300 nM

	4
	FIL-2R
	300 nM

	5
	Go-Taq polymerase
	0.033 units

	6
	Nuclease Free water
	Added to make the total volume

	7
	DNA Template
	3 µL (added individually to reaction tubes)

	8
	Total reaction volume
	15 µL


*Multiply each component by the total number of samples to be run. 
PCR cycling conditions
	Step
	Temperature
	Time 
	No. Cycles

	Initial denaturation
	94°C
	3 min
	1

	Denaturation 
	94°C
	30 sec,
	
35


	Annealing
	60°C
	30 sec
	

	Extension 
	72°C
	30 sec
	

	Final Extension
	72°C
	7 min
	1

	cooling
	4°C
	∞
	hold




Gel Electrophoresis
The Nest II PCR products were run on a 2% agarose gel.
To make 2% Agarose gel,
1. Agarose powder was weighed and added to a pyrex flask/beaker/bottle containing 1X TAE (tris-acetate EDTA) buffer. The volume of TAE used depends on the size of the gel casting tray. For example, if a tray with 80 mL capacity is used, add 1.6g of agarose powder to make 2%.
2. These were mixed and then heated in a microwave for the agarose powder to dissolve completely.
3. The mixture was cooled in a water bath with continues swirling until no vapour was seen.
4. The desired gel staining dye (here SYBRTM safe dye was used) in a 1:10, 000 ratio of the stain to buffer and swirled to mix. Add 1 µL dye in 10 µL 1X TAE buffer.
5. The mixture was poured into a casting tray with the desired comb to create sample loading wells in the gel.
6. The tray was made to sit undisturbed to solidify.
7. Some 1X TAE was poured into a gel tank to the appropriate level.
8. The solidified gel was placed facing upwards into the gel tank with the wells at the side of the black electrode (-).
9. The desired volume of the PCR products was loaded into the well. For each gel, the ladder (molecular marker) was loaded in the first well, followed by samples and then a negative control.
10. The electrodes black (-) and red (+) were connected to a voltmeter. The gels were run at 120V for 40 mins.
11. The gels were visualised with a Dual LED Blue/White Light Transilluminator (BluPADTM, Bio-Helix Co., Ltd.)

DNA Recovery from Gel
1. The bands (at 312bp) were excised and placed in new 1.5 mL microcentrifuge tubes.
2. Gel extraction was performed using GF-1 Gel DNA Recovery Kit (GeneOn, Germany).
3. The excised gel was weighed, and Buffer GB was added to the gel in a ratio of 1:1v/v and incubated at 50°C until the gel had melted. 
4. The mixture was then transferred to the column and centrifuged at 10,000 x g for one minute. 
5. The column was washed with 750 μL Wash Buffer. 
6. The flow through was discarded and the column was spun at 10,000 x g to dry. 
7. Elution Buffer (30 μL) was added and incubated at room temperature for 5 minutes. The column was centrifuged at 10,000 x g for one minute to elute the DNA. 
8. The recovered DNA (5μL) were run on a 2% agarose gel (see above for gel electrophoresis) to confirm DNA was successfully extracted. The DNA was stored at -20°C until they were shipped for sequencing. 
9. The gel purified DNA were sent to Inqaba Biotechnologies, South Africa for Sanger sequencing.  
