Arbitrary PCR

1) Purify gDNA from transposon insertions of interest.
2) Prepare a table indicating which samples are being tested. Always include LVS genomic DNA (no transposon insertion) and no template control. 
Example:
	Sample number
	DNA

	1
	pSD26 Tn insertion 1 (Tn3)

	2
	pSD26 Tn insertion 2 (Tn6)

	3
	LVS gDNA

	4
	-DNA



3) Set up reaction 1, using 500 ng of gDNA in a total reaction volume of 25 uL. See worksheet for details.
Example:
	Reaction 1
	# of reactions here:
	4

	 
	# of reactions allowing for error:
	5.3

	 
	
	
	Volume of each component (uL)

	Component
	Stock Concentration
	Final Concentration
	Per reaction
	Master Mix

	ddiH2O
	-
	-
	14.245
	75.5

	OneTaq Rxn Buffer
	5X
	1X
	5
	26.5

	dNTPs
	10 mM
	0.2 mM
	0.5
	2.7

	KROL87 Arb1 (or KROL89 Arb6?)
	100 µM
	4.0 µM
	1
	5.3

	Internal Specific Primer: KROL90 Tn_Mar1
	10 µM
	0.4 µM
	1
	5.3

	Template
	500 ng
	160 ng/µL
	3.13
	-

	OneTaq Polymerase
	5 units/uL
	6.25 units
	0.125
	0.7

	Total volume
	
	
	25
	132.5

	 
	
	
	
	 

	Thermocycler program:
	Step
	Temp
	Time
	 

	 
	1
	95°C
	5'
	 

	 
	2
	94°C
	30"
	 

	 
	3
	30°C
	30"
	 

	 
	4
	72°C
	60"
	 

	 
	5
	Go to step 2, repeat 5x
	 

	 
	6
	94°C
	30"
	 

	 
	7
	65°C
	30"
	 

	 
	8
	72°C
	2'
	 

	 
	9
	Go to step 6, repeat 29x
	 

	 
	10
	72°C
	5'
	 

	 
	11
	12°C
	hold
	 



4) Dilute reaction 1 PCR samples 1:10 (2 uL into 18 uL). Keep this dilution for future PCRs!
5) Set up reaction 2, reference worksheet for details. 
Example:
	Reaction 2
	# of reactions here:
	4

	 
	# of reactions allowing for error:
	5.3

	 
	
	
	Volume of each component (uL)

	Component
	Stock Concentration
	Final Concentration
	Per reaction
	Master Mix

	ddiH2O
	_
	_
	16.625
	88.1

	OneTaq Rxn Buffer
	5X
	1X
	5
	26.5

	dNTPs
	10 mM
	0.2 mM
	0.5
	2.7

	KROL88 Arb2
	100 µM
	4.0 µM
	1
	5.3

	[bookmark: _heading=h.gjdgxs]External Specific Primer: KROL92 Tn_Mar3
	10 µM
	0.4 µM
	1
	5.3

	PCR 1 Amplicon, diluted 1:10
	-
	-
	0.75
	-

	OneTaq Polymerase
	5 units/uL
	6.25 units
	0.125
	0.7

	Total volume
	
	
	25
	132.5

	 
	
	
	
	 

	Thermocycler program:
	Step
	Temp
	Time
	 

	 
	1
	94°C
	30"
	 

	 
	2
	65°C
	30"
	 

	 
	3
	72°C
	2’
	 

	 
	4
	Go to step 1, repeat 29x
	 

	 
	5
	72°C
	5'
	 

	 
	6
	12°C
	hold
	 



6) Run PCR on gel and confirm that there are products. If so, proceed to next step. If not, optimize primers and annealing temperatures further.
7) Re-do PCR 2 using a total reaction volume of 50 uL. 
8) PCR-purify samples from larger reaction 2 and elute in 0.1x EB. 
9) Submit to the GSC for sequencing using KROL92 Tn_Mar3 (or transposon-specfic primer used in reaction 2). 
10) Identify where each transposon insertion is located and design strain-specific primers to confirm specific insertions. 
