SITE DIRECTED MUTAGENESIS

1. 
Design two complementary oligonucleotides according the following instructions:
- There must contain the mutation in the middle of the sequences

- It should have between 25 to 40 bp

- Must have at least 40% G+C and finish in one or more G or C.

- Tm with 10ºC over the extension temperature (62ºC)

2.
Prepare the following mix:
	Components
	l

	Buffer 5X HiFi FID
	10

	plasmid template mini diluted 1/50
	2

	Oligo MF 50M
	2,5

	Oligo MR 50M
	2,5

	dNTPS 10mM
	3

	Pfu HiFi 1U/l (KAPA Biosystems)
	2,5

	H2O
	27,5

	Final volume
	50


3.
Run the following program:


95ºC 
5min


95ºC
20s


45ºC
1min


62ºC
30sec/Kb


62ºC 
5min


4ºC
∞

4.
Digest 2 hours with 10 U DpnI (Invitrogen ; 5U/l) in the same PCR tube.

5.
Purify DNA with a Quiagen column and elute in 30 l buffer EB (Quiagen).

6.
Transfect 25 l from step 5 in DH5 E.coli strain.

7. 
Grow in LBA plates O/N (see the antibiotic resistance in your particular case).

8. 
Select colonies (the plate should be full of colonies) , grow in LB O/N and  

            extract the plasmid DNA by miniprep.

9. 
Sequence the DNA to confirm the mutation.

NOTE 1: Altough the Kapa HiFi polymerase has high fidelity is better to use some small plasmid like P-GEMT-easy (Promega; aprox 3Kb). The best is to have the wild type sequence in this vector, perform the mutagenesis and then cut and ligate it (both wild type and mutated forms) in a Ptx-GFP- like vector or in a PDV-GFP-CTAP vector to transfect it in Dictyostelium. 

NOTE 2: It´s not necessary to use IPTG or XGAL in the case you use P-GEMT-easy as a template.
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