Tagmentation, Post Tagmentation Clean Up & Amplification

1. Label PCR plate (or equivalent).

2. Add molecular grade water to wells.
3. Add sample DNA to wells.
4.Vortex pre-warmed BLT for 10s.

5. Prepare tagmentation master mix and vortex well.
6. Add 20 pl of master mix (BLT + TB1) to each sample well.

7. Pipet well to mix.
8. Seal the plate and incubate on thermal cycler (55°C for 15 min, then held at 10°C)
9. Add 10 ul of TSB to sample wells.
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Pipet gently to mix.

Seal the plate and incubate on thermal cycler (37°C for 15 minutes, held at 10°C).
Place the plate on the magnet for 3 minutes.

Remove and discard supernatant.

Remove from magnet and add 100 pl TWB.

Pipet gently to resuspend the pellets.

Place back on the magnet for 3 minutes.

Remove and discard supernatant.

Remove the plate from the magnet and add 100 ul of TWB.

Pipet gently to resuspend the pellets.

Place back on the magnet for at least 3 minutes.
Remove and discard supernatant.

Remove from the magnet and add 100 pl of TWB.

Pipet gently to resuspend the pellets.
Place back on the magnet for at least 3 minutes.
While incubating on the magnet, prepare PCR master mix (EPM + molecular grade

water)

Vortex and quick spin master mix.

Remove the TWB from the bead pellets.

Remove all excess TWB with smaller pipet tip.

Remove from magnet and add 40 pl of PCR master mix, pipet to mix.

Add 10 ul of indices from the appropriate well of the index plate to appropriate

sample well.
Mix by pipetting (10x minimum).
Seal the plate and amplify on the thermal cycler.
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