Tn-Seq results PCR validation

Amplify off library gDNA using primers specific to FTL_0508 and the Tn.

KROL653 TnCk_FTL0508_F	gaaaaaatcctcgcagaaaagttaaac
KROL654 TnCk_TnIR		CCGGGGACTTATCATCCAACCTG

If there is an insert in bp 492,464, then this should amplify 259 bp. 
If there is an insert in bp 492,820, then this should amplify 614 bp. 
If there is an insert in bp 49,018, then this should amplify 813 bp. 

Controls
Negative: No inserts should be in rpsD (FTL_0260)
KROL655 TnCk_rpsD_F	atggctagatatctaggaccaaaatg

With KROL654, there shouldn’t be a product smaller than 800bp.

Positive: 
KROL286 amplifies in FTL_0131 (133112-133138)
There is a Tn insert in 133444, so should amplify 355 bp
Insert in 133632, so 544 bp
Insert in 133672, so 583 bp


55 second extension time

Add loading dye (6 uL) and load 12 uL. 

Run on big rig, load primer sets together. Example:

Lane
	Lane
	Primer set
	gDNA

	1
	Ladder!
	-

	2
	KROL653 KROL654 (FTL_0508)
	Input

	
	
	Day 7

	
	
	Day 14

	
	KROL655 & KROL654 (rpsD)
	Input

	
	
	Day 7

	
	
	Day 14

	
	KROL286 & KROL654 (FTL_0131)
	Input

	
	
	Day 7

	
	
	Day 14
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