PCR
Use the CFrench Kod PCR

http://openwetware.org/wiki/Cfrench:KodPCR
Kod Hot Start is a proof-reading polymerase distributed by Novagen. It is claimed to be as accurate as Pfu and 4 to 5 times faster. It comes with three solutions: 10 x reaction buffer, 2 mM dNTP mixture, and 25 mM MgSO4. These are stored in the 'PCR reagents' box in the freezer. before you start, take these out, thaw them, making sure they are completely thawed and well mixed before use, and store them on ice. Then, to a 0.5 ml PCR tube add: 

· about 32 microlitres of water (adjust the amount to get 50 microlitres total volume at the end) 

· 5 microlitres of 10 x reaction buffer 

· 5 microlitres of 2 mM dNTP mix 

· 3 microlitres of 25 mM MgSO4 

· 1.5 microlitres of primer mixture (at 10 pmol/microlitre each) 

· 1 to 2 microlitres of template (DNA or cell suspension) 

· 1 microlitre of Kod polymerase (in the blue freezer box with the other enzymes).  (Use 0.8)

To mix the reaction, set your P200 to 50 microlitres and pipette it gently up and down a few times, making sure that you don't introduce bubbles. 

The cycling protocol is as follows: Program 1: initial denaturation at 95 C for 2 minutes. Links to program 3. Program 3: 30 cycles. Segment 1, 95 C for 20 seconds. Segment 2, annealing temperature for 10 seconds. Segment 3, extend at 70 C. Links to program 4. Program 4: chase at 70 C for 10 minutes, then cool to 4 C and hold. 

The recommended extension time is 10 seconds/kb for fragments below 0.5 kb; 15 seconds/kb for fragments of 0.5 to 1 kb; 20 seconds/kb for fragments of 1 to 3 kb; and 25 seconds per kb for fragments of greater than 3 kb. (By comparison, Taq uses 1 minute/kb and Pfu 2 minutes/kb). 

We have had good success with Kod Hot Start. The short extension time makes it ideal for fusion PCR, site-directed mutagenesis and other protocols where relatively long fragments (vector plus insert) are to be amplified. 

After you finish press STOP, and then switch off from behind

Location of materials
Kod polymerase-in enzyme box
dNTPs – in blue box in the freezer where the primers are

Buffer –  “              “                    “                     “

MgSO4 -  “                  “                   “                      “

Primers- small fridge, bottom drawer, pink box, left hand side (+ all the genes which were PCRed)
Note:

Chery RFP primers, 

Forward RBS B034

Reverse YFP

TNT.R1, TNT.R3, PETN enzyme (onr) primers, as designed

TNT.R1  P1004 ~900kb
TNT.R3  P1005 ~900kb
Onr         P1006 ~1200kb
Chery RFP  P650

Run on a Gel:

Take aliquots of 3 μl

7    μl water

3    μl PCR product

2.5 μl Loading buffer

Total 12.5 μl = Volume to load on the Gel

Loading order:

Ladder, TNT. R1, TNT R3,  ONR,   chery RFP
