Following is the video script to cover details in Step 3.1 to 3.3 that cover primer design and synthesis.

[bookmark: _GoBack]Use software like MPD or Oli2go to design multiplex PCR primers targeting the regions of interest and amplicons of similar size. Use primer 3.0 conditions and keep the targeted melting temperature for Tm of 54 C to design 20 nucleotides region of interest. Check for potential mis-targeting of designed primers with human genome, hg19 and limit the variant sequence underlying 3’ primer ends by checking with human dbSNP. Try to make three iterations of primer sets as backup primer pairs in case first round primer design fails. Design overlapping amplicons to cover target regions where overlapping primers should be used in separate reactions to eliminate the possibility of generating short reads originated from forward primer of one amplicon and reverse primer of another amplicon.  Avoid hairpin regions and check for primer dimers when designing primers. Also, try to keep interacting amplicons in separate reaction. Second round PCR primers are the same as the universal Illumina primers except with a CTG in the 3’ end of the I7 primer and a CAG on the 3’ end of the I5 primer.  
Synthesize each of the 272 individual primary PCR primers with Illumina adapter on 5’ end as a 25 nanoMolar DNA oligonucleotide with standard desalted formulation. Instruct the oligo synthesis company to mix sense and antisense oligonucleotides for each amplicon together to a final concentration of 100 microMolar in 60 microliters of 10 milliMolar Tris pH 8.0. Divide the oligonucleotides into two sets for targeted amplification of the 68 genomic regions in each set so that 68 wells in both 96-well plates have 60 microliters of sense and antisense oligos at a concentration of 100 microMolar.

