Library preparation protocol

All steps and master mixes need to be kept on ice as much as possible. 5 Add 1 pl of 4 uM NxT adaptors
Thermocyclers need to be cooled at 4°C before inserting sample plate. to each well.

Put 2.5 pl of DNA
1 from each well

into a new plate.
— — - —_—
Add 92 pl of
Add 1 ul of ES 7 Add3s pl of 10 PCR master Split the PCR reaction
Genomic DNA extracted from 3 mastetjmix to 4 | Incubate in a thermocycler ligation Incubate in a thermocycler ml)l(lto each 11 Jinto 2 different plates.
transposon mutagenesis. each well with the following protocol : master mix with the following protocol : well. 50 pl per plate.
’ e 15min. at37°C to each well. e 30 min at 20°C Incubate in 4 thermocyclers with the Pool the 2 different PCR replicates
* 30 min. at65°C : ¢ 10 min at 65°C following protocol : 13 | back into the same plate and mix
« 30 sec. 98°C well.
2 Prepare a master mix with : 6 Prepare amaster mix with 9 Prepare a master mix with : o 15sec. 98°C
e 77 uINEB Ultra Il FS e 377.4 pl of NEB Ultra Il e 883 ul Nxt_A primer 20 uM e 1 min. 72°C (no annealing step)
Buffer Ligation master mix o 883 ul Nxt_B primer 20 uM « Repeat from step 2 for 21 cycles
* 22 uINEB Ultra Il FS e 12.1 pl of NEB Ultra Il ¢ 7507 pl of molecular grade ¢ Step 4:2min. 72°C.
Enzyme Ligation enhancer water _
e 11 pl molecular grade ¢ 11 040 pl PCR mix 2X
water

Add to each well :
15 .2 ul of i5 barcoding primer
e 2yl of i7 barcoding primer

Put 2 pl of DNA from each

14 | wellinto a new plate. Libraries are ready for QC
S — N > > — —— — — and sequencing.
Add 44 pl of PCR
17 master mix to
each well.

Pool together 5 pl

i Ifgﬁtésvezazlgraosggg?jocycler with the 1 of each sample. 20 | Purify with SPRI beads
Prepare a master mix with: | om using a 0.8 ratio.
16 . 2098 pl of molecular : ?g 222' ggg Resuspend with 50 pl of
grade water ; e . molecular grade water.
. e 1 min. 72°C (no annealing step)
* 2760 pl PCR mix 2X * Repeat from step 2 for 7 cycles
e 2min. 72°C




