Supplementary materials and methods

Primer sequences and PCR protocol

Primer Sequence

515_f1 GAGTTCAGACGTGTGCTCTTCCGATCT GTGCCAGCMGCCGCGGTAA

806_r1_N3 CCTACACGACGCTCTTCCGATCT NNN GGACTACHVGGGTWTCTAAT

806_r1_N4 CCTACACGACGCTCTTCCGATCT NNNN GGACTACHVGGGTWTCTAAT

806_r1_N5 CCTACACGACGCTCTTCCGATCT NNNNN GGACTACHVGGGTWTCTAAT

806_r1_N6 CCTACACGACGCTCTTCCGATCT NNNNNN GGACTACHVGGGTWTCTAAT

P5_r2 AATGATACGGCGACCACCGAGATCT ACAC TCTTTC CCTACACGACGCTCTTCCGATCT

PCR Protocol

Low-cycle PCR was performed using KAPA SYBR FAST gqPCR (Kapa Biosystems,
Wilmington, MA) per the manufacturer’s instruction. Nested PCR cycles were
performed using the following protocol on a Bio-Rad CFX96 Touch real-time PCR
instrument (Bio-Rad, Hercules, CA).

PCR1
Starting template: 20 ng DNA.
Primer sets: 515_f1 and 806_r1_N3-6.

Step 1 at 95 °C for 3 min;
Step 2 at 95 °C for 10 sec;
Step 3 at 60 °C for 30 sec;
Repeat steps 2 x 3-30 cycles;
Step 5 at 68 °C for 5 min;
Step 6 at 4 °C on hold.

PCR 2
Starting template: 1 pl of PCR product.
Primer sets: P7_bc01-48 and P5_r2 with P5/P7 adaptors.

Step 1 at 95 °C for 3 min;

Step 2 at 95 °C for 10 sec;

Step 3 at 60 °C for 30 sec;

Repeat steps 2 through 3 x 10 cycles;
Step 5 at 68 °C for 5 min;

Step 6 at 4 °C on hold.
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