Library amplification protocol
Electroporate the purified library into NEB10beta electrocompetent E. coli. 
1.) At least one day in advance pour two large 24 x 24 cm square dishes with LB-Agar-Amp. It takes about 200 mL per dish.

2.) Pre-warm the plates (2 large plates and 1 10 cm dish) for >1 hr to 32 C and pre-warm the manufacturer's supplied recovery media to 37 C.

3.) Pre-chill the electroporation cuvettes (VWR, 1mm gap) and 6 x 1.5 mL epp. tubes on ice. 

4.) Thaw the library.

5.) Thaw two 100 uL aliquots of competent cells (approx 10 min), flick gently to mix and aliquot 50 uL out to each of 4 1.5 mL tubes.

6. Add 50 ng of the library to the first tube, incubate <1 min, transfer entire contents to cuvette, ensure no bubbles and dry any condensation, proceed to zap 1700 V in Eporator, immediately add 970 uL warm recovery media, pipette up and down twice and transfer contents to 15 mL falcon tube, incubate at 37 C.

Repeat 4x until all four bacteria tubes have been zapped and are combined in the falcon tubes, add an additional 2 mL media for a total volume of 6 mL and shake at 300 rpm @37 C for one hour. 

7. Take a 10 uL aliquot and add to 1 mL of recovery media (each uL now contains 1/600,000 of original sample), take 20 uL of this dilution and combine with another 80 uL of recovery media and plate on a 10 cm AMP dish, this represents a 1/30,000 dilution of the library.

8. Spread 3 mL over each of the large square plates, spread evenly until dry, place in 32 C incubator for ~14 h. Count dilution plate, estimate library complexity and prep plasmid DNA.



Primers and PCR protocols to prepare samples of amplified library for deep sequencing verification:
Fwd primer is Complexity_seq_F1: agcttggagacTGCGTATGAT
Rev primer is Complexity_Seq_R1: cagccataccacatttgtagagg
Resuspend to 100 uM in H2O and prepare a 1/10 dilution 


PCR setup:
Prepare 2 x 25 uL PCR reactions
12.5 uL Phusion GC MM
1 uL Fwd primer (10 uM stock)
1 uL Rev primer (10 uM stock)
1 uL plasmid template (YM-1-132_Lin_BC_Lib diluted to 5 ng/uL)
9.5 uL NF H2O

Cycling conditions:
98 C -> 30 sec
32 cycles of
------------------
98 C -> 10 sec
62 C -> 15 sec
72 C -> 15 sec
---------------
72 C -> 5 min

Gel purify the resulting PCR product and proceed to adapter ligation and sequencing. 




