Modified golden-gate cloning protocol for CRISPR guides

Guide phosphorylation and annealing

Positive strand oligo (100uM) 1 ulL 37degC 30°
Negative strand oligo (100uM) 1 ulL 95degC 5’

T4 Ligase Buffer (10X) 1 uL decr 0.1deg/s to 25degC
T4 PNK (NEB) 0.5uL 4degC hold
Water 6.5 ulL

Golden-gate ligation
Bbsl restriction site
2ul. NEB2 (10X)
2ul.  ATP (10mM)
0.2uL BSA (100X)
0.5uL T4 DNA Ligase (NEB)
0.5uL Bbsl (NEB)
luL  Phospho guide product
luL  Vector (100ng/ul)
12.8ull water

20degC 5’
37degC 5’ (repeat 2-step cycle 25-45x)
80deg 20°

-Transform 10uL into STBL3 competent cells

For guide RNA design:

-add 5’ ACCG to the positive strand (i.e. strand that will contact PAM sequence at 3’ end)
-add 5’ AAAC to the negative strand
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