TA cloning using Pfu, Taq, and TOPO cloning kit
1. Perform PCR reaction as normal using Pfu polymerase---if did PCR using Taq skip to step 4.
2. Gel purify PCR fragment  (used Montage kit, but others probably will work fine)

3. “Tail” the purified PCR fragment:  (adapted Promega pGEM cloning kit)

a. 1-7ul of PCR fragment (I usually use 5ul)

b. 1ul of Taq 10x Buffer with MgCl2
c. Add dATP to a final concentration of 0.2mM (create 2mM stock and add 1ul)

d. Add 5units (1ul) of Taq polymerase 
e. Add water to final volume of 10ul 
f. Incubate at 70-72C for 15-30min (easier in PCR machine vs heating block)

4. Ligation---TOPO cloning kit is located in rm 319 on right-hand side freezer 
a. 0.5-4.0ul of tailed PCR product (no need to purify again and I typically use 4ul)

b. 1ul of salt solution

c. 1ul of TOPO vector (tube contains vector and topoisomerase)

d. Add water to final volume of 6ul
e. Incubate at room temperature for at least 5min (longer doesn’t hurt)

f. OPTIONAL: adding 1ul of T4 DNA ligase increases yield but also the number of false positives

5. Use 1-5ul of ligation for transformation
