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	Component
	1 rxn volume

	DNA Template
	3

	10X PCR Buffer
	1.5

	2.5 mM dNTPs (0.2 mM)
	2.4

	Water
	7.9

	Taq Polymerase
	0.2

	Total Volume
	15



TOPO Cloning Reaction
	Reagent
	Volume

	Fresh PCR
	4 uL

	Salt Solution
	1 uL

	Water
	0 lu

	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
b. Our product is 125 bp (?) so 5 minutes should be sufficient
2. Place the reaction on ice and proceed to next step

Chemical Transformation
· Vial with no DNA, vial with plasmid pKR6/7/8 pF with kanamycin w/o lamda pir requirement (ask Hannah)
1. Warm vial of S.O.C. medium to room temperature
a. Does this already have kanamycin in it?
2. Warm selective plates at 37C for 30 minutes
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, step 2 on page 13 into a vial of One Shot® chemically competent E. coli and mix gently. Do not mix by pipetting up and down.
5. Incubate on ice for 5-30 minutes.
Note: Longer incubations on ice do not seem to affect transformation efficiency. The length of the incubation is at the user’s discretion.
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 10–50 µL from each transformation on a pre-warmed selective plate 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.
a. 20 uL, 200 uL, and remaining
b. 9 plates total of LB kanamycin
11. An efficient TOPO® Cloning reaction should produce several hundred colonies. Pick ~10 colonies for analysis (see Analyze positive clones on page 20).
Analyzing Transformants
1. Pick 2-6 colonies and culture them overnight in LB containing 50 ug/mL kanamycin
a. Normal overnight volumes?
b. 5 mL of LB
2. Isolate plasmid DNA using the PureLink Quick Plasmid Miniprep
a. Use our miniprep kit?
3. Sanger Sequence?
