GRASP Cloning Kit Supporting Doc – How to create CDS Parts
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Above: How GRASP fits in the MoClo standard to create PPRs with 9, 14, or 19 motifs.
Level 0 Assembly Template: substitute the plasmid concentrations (green cells), or dilute GRASP parts to 100 ng/uL to simplify


	Recommended Golden Gate cycling conditions:
	While 26 cycles are usually sufficient for level 0 assembly, we recommend cycling for the maximum 60 cycles overnight (~10 hours) to maximise assembly success.
Ensure plasmid preps are of high quality (free of RNA/gDNA/ single-stranded plasmid). Plasmids should be quantified using Qubit HS/BR dsDNA kits.
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plasmid name plasmid size (bp)part size (bp)conc. plasmid prep (ng/ul)ng part neededDNA in rxn (ng)ul to add

Mastermix (per rxn) uL

Level 0 (pAGM9121) 2659 2057 65 50.28 25 0.50

T4 DNA Ligase Buffer (10X) 1

#A 2157 128 100 5.93 3.11 0.52

BSA (bov. serum alb., 1 mg/mL) 0.75

B 2120 95 100 4.48 2.31 0.52

T4 DNA Ligase (NEB) 0.25

C 2124 100 100 4.71 2.43 0.52

BpiI (ThermoFisher) 0.25

D 2131 100 100 4.69 2.43 0.52

Water 4.66

#E 2131 107 100 5.02 2.60 0.52

Golden Gate Parts (sum) 3.09

Water --> 4.66

Final Volume 10
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		plasmid name		plasmid size (bp)		part size (bp)		conc. plasmid prep (ng/ul)		ng part needed		DNA in rxn (ng)		ul to add				Mastermix (per rxn)		uL

		Level 0 (pAGM9121)		2659		2057		65		50.28		25		0.50				T4 DNA Ligase Buffer (10X)		1

		#A		2157		128		100		5.93		3.11		0.52				BSA (bov. serum alb., 1 mg/mL)		0.75

		B		2120		95		100		4.48		2.31		0.52				T4 DNA Ligase (NEB)		0.25

		C		2124		100		100		4.71		2.43		0.52				BpiI (ThermoFisher)		0.25

		D		2131		100		100		4.69		2.43		0.52				Water		4.66

		#E		2131		107		100		5.02		2.60		0.52				Golden Gate Parts (sum)		3.09

												Water -->		4.66				Final Volume		10










