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2nd PCR indexing protocol
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b Experiment Il: Tag-jumping test

With/without exonuclease purification

w/wo
Exonuclease

1st PCR  purification
tagging ,............

Nagahama eDNA () ID1: AACTTTCC ~ ID1: AACTTTCC B~ | B

PCR NC (H20) O |D2: GTATCCTA — ID2: GTATCCTA B> ~m= - >

PCR NC (H20) () ID3: AGCGGACG ~ ID3: AGCGGACG B —m-m— | P

¢ Experiment lll:

Replicate test

Volume test

Pooling Sequencing

Purification )
)

Purification

Incubate 2nd PCR

P @scorRT P 3 P Purification

for 5-120 min - Sequencing

The number of replicates and template volume test

1-rep. treatment
2-rep. treatment
4-rep. treatment
8-rep. treatment

1-ul treatment
2-ul treatment
4-pl treatment
8-l treatment

5 technical replicates
for each treatment

O 1 ul DNA x 1 rep.
O 1 ul DNA x 2 rep.
— O 1yl DNA x 4 rep.
O 1 ul DNA x 8 rep.
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— > O 4 ul DNA x 1 rep.
— > O 8yl DNA x 1 rep.

\AAA

\AAA

1st PCR
Exonuclease
Pooling
Purification
2nd PCR
Purification
Sequencing



