pKR95 Cloning Plan

1. Run a 100 ul PCR:
	Reaction Number 
	Plasmid/Region
	Source DNA
	Primers
	Length (bps)

	1
	Flanking Region 1
	SA gDNA
	KROL419, 420
	1015

	2
	Flanking Region 2
	SA gDNA
	KROL421, 422
	969

	3
	- control
	-
	KROL421, 422
	-


*Hannah has SA gDNA in her cloning box and has already verified primers work so you don’t need to run on a gel immediately

2. PCR purify samples 1 and 2, elute in 35 ul 0.1xEB; hold onto sample 3 in -20C
3. Digest for ~ 1hr at 37C, total volume of 30 ul:
	Tube
	DNA
	Enzyme(s)
	DNA Volume (uL)
	H2O Volume (uL)

	1
	Purified PCR 1 (FR1)
	KpnI, NotI
	15
	-

	2
	Purified PCR 2 (FR2)
	NotI, BamHI
	15
	-

	3
	Backbone (pIMAY-Z)
	BamHI, KpnI
	5
	10


*pIMAY-Z is in plasmids Box 0 “others” in the big -20C
4. Run entire digest on 1% agarose gel SKIPPING LANES BETWEEN SAMPLES. Also run negative control from PCR
5. If band are appropriate sizes (pIMAY-Z should be ~8.7kb), cut out with razor blade and gel purify with QIAgen kit, eluting in 35 ul of 0.1xEB
6. Ligate overnight, 20 ul, at 16C. Adjust water so that each insert is 4 ul:
	Tube
	Insert 1
	Insert 2
	Backbone

	1
	Gel purified FR1
	Gel purified FR2
	Gel purified pIMAY-Z

	2
	-
	-
	Gel purified pIMAY-Z


7. Transform into E. coli IM08B. Use pIMAY-Z from plasmid box as a positive control. Plate on LB-chloramphenicol **these must be made before you begin the transformation!! Final concentration should be 10 ug/mL** 
8. Check plates. If ratios of ligation 1 and ligation 2 look good (>2-fold), pick single colonies into LB-chlor and grow at 37C overnight. The next day, miniprep.
9. Send minipreps out for sequencing. **need to design primers to confirm plasmid (outside flanking regions on plasmid, covering entire insertion) AND to confirm deletion (outside flanking region on chromosome)**

