Supplementary Protocol: Microhaplotyping and Sequencing Library Preparation
Primer Master Mix – 
Combine all chosen forward primers from the FPrimer and FRremain plates in equal volumes to create a forward primer master mix. Repeat the same for the reverse primers RPrimer and FRremain plates. 
Marker Amplification PCR –
Create a 2x PCR master mix for each sample using the following recipe:
1.2 µl 5x KAPA HiFi buffer
0.18 µl 10 mM dNTPs
0.3 µl DMSO
0.12 µl KAPA HiFi Polymerase
0.3 µl forward primer master mix
0.3 µl reverse primer master mix
0.6 µl ddH20
Add 3µl of the marker amplification master mix to a well for each sample. Add 3µl of DNA to each well. – Note: I find it easier to preload a plate with the sample DNA and using a multichannel pipette to transfer to the master mix plate. 
Run on the thermalcycler with the following settings:
95°C – 5 minutes
20 cycles of:
98°C – 20 seconds
60°C – 15 seconds
72°C – 1 minute
Hold at 4°C
Dilute the final PCR product 1:10 in a new plate. 
Barcoding and indexing is set up via a 96-well barcode plate of primers, and up to 25 plates of index sequences for a maximum total of 2400 unique samples that can be combined into a single sequencing library. Barcode primers are on a plate called 96wellbarcodes, and the index primers are on a plate of stock primers called PlateIndexing. 
Barcode and indexing PCR –
Create a master mix for each sample using the following recipe:
2 µl 5x KAPA HiFi buffer
0.3 µl 10 mM dNTPs
0.5 µl DMSO
0.2 µl KAPA HiFi Polymerase
Pipette 3µl of the master mix into each well for the sample. Since barcode and index primers are different for each well and plate, they must be added to the plate for each well. For each well add 1µl of 0.5µM well barcode primer and 1µl of 0.5µM plate indexing primer. 
Finally, add 5µl of the 1:10 marker amplification PCR to each well. Run on the thermal cycler using the following protocol:
95°C – 5 minutes
10 cycles of:
98°C – 20 seconds
55°C – 15 seconds
72°C – 1 minute
Hold at 4°C
Ampure Bead Clean-up –
Vortex the ampure beads to resuspend them. 
Add 1.8x (18µl) ampure beads to each barcoding and indexing PCR. 
Put the plate on the magnetic plate, and incubate for 5 mins at room temperature. 
With the plate of samples still on the magnetic plate remove all liquid in the wells. DO NOT DISTURB THE PELLET. 
With the plate of samples still on the magnetic plate wash each well with 200µl of 80% EtOH. Repeat this step once more. 
Remove all EtOH from the wells and let the plate dry for 10 mins. 
Remove from the magnetic plate and resuspend the beads in 20µl ddH2O.
Place the plate back on the magnetic plate and incubate at room temperature for 2 mins. 
Remove the 20µl and place the now cleaned PCR reactions in a new plate. 
Library Normalization and Pooling –
Add 10µl of the cleaned barcode and indexing PCR product to the SequelPrep 96-well normalization plate. 
Add 10µl of the normalization buffer to each well. 
Mix by pipetting up and down, and incubate the plate at room temperature for 1 hour. 
Remove all 20µl from each well. 
Add 50µl of washing buffer to each well. Pipette up and down to mix. 
Remove all 50µl of the washing buffer from each well. 
Let the plate dry. You are also able to tap the plate upside down on a paper towel to help dry the wells. 
Add 20µl elution buffer to each well. Mix by pipetting up and down and incubate for 5 mins at room temperature. 
Remove 20µl and place that into a new plate. 
Pool samples into a single library by transferring a standardized volume of each normalized sample to a 1.5mL tube. Volume will depend on the requests of the sequencing core and how many samples you have multiplexed into a single library. 


