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If using a PCR product amplified with a proofreading polymerase (e.g., Primestar, Pfu), start with PCR to add 3´ A overhangs. If using Taq, can skip this step.

PCR to add 3´ A Overhangs
	Component
	1 rxn volume

	DNA Template (can increase volume if necessary)
	3

	10X PCR Buffer
	1.5

	2.5 mM dNTPs (0.2 mM)
	2.4

	Water (can decrease volume if necessary)
	7.9

	Taq Polymerase
	0.2

	Total Volume
	15



1. Mix components together by pipetting
2. Incubate in the thermocycler for 20 minutes at 72°C (no cycling)
TOPO Cloning Reaction

Either during the 20 minute incubation to add 3´ As or when starting protocol, put plates in incubator to warm (can be LB-carb, LB-amp, or LB-kan). Closer to the end of the 20 minutes, start to thaw ON ICE the chemically competent cells (1 vial per reaction, see below). While thawing, label tops of tubes (see reaction table below). Be sure a shaking incubator is set to 37°C. 
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	Reagent
	Volume

	Fresh PCR
	4 uL

	Salt Solution
	1 uL

	Water
	0 uL

	TOPO vector
	1 uL

	Final Volume
	6 uL



1. Mix the reaction gently and incubate for 5 minutes at room temperature
a. Can vary from 30 seconds to 30 minutes depending on size of PCR product
2. Place the reaction on ice and proceed to next step
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Reaction table
	Tube #
	Purpose
	DNA
	Volume of DNA
	Final volume to plate
	Number of plates

	1
	(+) control
	pUC19
	1 uL
	20 ul, 100 ul
	2

	2
	(-) control
	None
	0
	100 uL, remaining
	2

	3
	TOPO-TA cloning reaction 1
	PCR 
	2 uL
	20 ul, 100 uL, remaining
	3

	Total number of plates
	7


1. Warm vial of S.O.C. medium to room temperature
2. Warm selective plates at 37°C for 30 minutes (can be amp/carb or kanamycin)
3. Thaw on ice one vial of One Shot cells for each transformation
4. Add 2 µL of the TOPO® Cloning reaction from Set up the TOPO® Cloning reaction into a vial of One Shot® chemically competent E. coli and mix gently by swirling. Do not mix by pipetting up and down.
5. Incubate on ice for 5-30 minutes.
6. Heat-shock the cells for 30 seconds at 42°C without shaking.
7. Immediately transfer the tubes to ice.
8. Add 250 µL of room temperature S.O.C. medium.
9. Cap the tube tightly and shake the tube horizontally (200 rpm) at 37°C for 1 hour.
10. Spread transformation reactions on a pre-warmed selective plate (see reaction table above) and incubate overnight at 37°C. To ensure even spreading of small volumes, add 20 µL of S.O.C. medium We recommend that you plate two different volumes to ensure that at least one plate will have well-spaced colonies.
11. An efficient TOPO® Cloning reaction should produce several hundred colonies. Pick ~10 colonies for analysis 

