Completed plasmids highlighted in yellow:

pKL118 PriM_ust1: Mutating Trp219 to alanine

pKL118: pEX_PriM_unst1
Previously:
P691 and P707
P708 and P694

Now:
P818 and P707 = 600 bp
P708 and P819 = 782 bp
Then OEPCR:
P818 and P819 = 1352 bp
Digest BamHI / KpnI, ligate into pEX


pKR4 noC1
	Change first cysteine (303) to alanine
Current codon: TGT
Alanine codons: GC*, GCT most used with GCA close behind
Altering it to GCT adds an MfeI site (not methylation-dependent, comes in HF version)- perfect!

	Use FR2R = P819, contains KpnI site. Can’t use P818, because contains MfeI site (!). 

FR1 = KROL19 PriMnoC1FR1F + KROL20 PriMnoC1FR1R = 757 bp, cut with MfeI and BamHI
	KROL20 contains altered bp
XXXX FR2 = KROL21 PriMnoC1FR2F (Needs to be corrected) + P702 PriM_mtip1_R2 = 501 bp cut with MfeI and KpnI
Clone into pKL80
Confirm with P703 CkPriM_tipF and P702 PriM_mtip1_R2 = 1331 bp 

Steps:

1. Primer test 20ul PCR- completed 1/17/19
2. 100ul PCR- completed 1/29/19 JW
3. PCR purification (kit)- completed 1/29/19 by JC
4. Digest (and CIP)- completed 1/29/19 by JW
5. Digest purification- completed 1/30/19 by JC, JW 
6. Ligation- completed 1/30/19 by JP, JW
7. Transformation- completed 1/31/19 by JC, JW 
8. Miniprep plasmid- completed 2/4/19 by JW, JC, JP 
9. Sequencing 

pKR5 noC2
	Change second cysteine (424) to alanine
Current codon: TGT
Alanine codons: GC*, GCT most used with GCA close behind
Altering it to GCA adds an ApoI site (not methylation-dependent, comes in HF version).

FR1 = KROL33 PriMnoC1FR1 + KROL34 PriMnoC2FR1R = 695 bp
FR2 = KROL35 PriMnoC2FR2F + P694 = 462 bp
Amplify FR individually then combine for OEPCR using KROL33 and P694
Digest with BamHI/KpnI
Clone into pKL80

Confirm mutation by amplifying with KROL36 and P367 = product of 1162 bp, digest with ApoI. WT = 417, 493, and 282
noC2 = 417, 493, 197, 55


pKL125: deletion of the FPI

FR1= p822 + p823 
	Cut sites: PstI + NotI

FR2= p824 + p825 
	Cut sites: NotI + KpnI 

Backbone: pEX 
	Cut sites: PstI + KpnI

Steps:

1. Primer test 20ul PCR- completed 1/28/19 by JC
2. 100ul PCR- completed 1/29/19 by JW 
3. PCR purification (kit)- completed 1/29/19 by JC
4. Digest (and CIP backbone)- completed 1/29/19 by JW
5. Digest purification- completed 1/30/19 by JC, JW 
6. Ligation- completed 1/30/19 by JP, JW
7. Transformation- completed 1/31/19 by JC, JW 
8. Miniprep plasmid- completed 2/4/19 by JW, JC, JP 
9. Sequencing- ordered a primer needed for sequencing 













pF_FTL_0766

Insert: KROL 96 + KROL 97

	Cut Sites: NotI + BamHI

Backbone: pF

	Cut Sites: NotI + BamHI

Steps:

1. Primer test 20ul PCR- completed 2/1/19 by JP, JC
2. 100ul PCR- completed 2/5/19 by JC
3. PCR purification (kit)- completed 2/8/19 by JC
4. Digest (and CIP backbone)- completed 2/8/19 by JC
5. Digest purification- completed 2/11/19 by JC, JP
6. Ligation- completed 2/11/19 by JC, JP
7. Transformation- completed 2/12/19 by JC, JP
8. Miniprep plasmid- completed 2/14/19 by JC
9. Sequencing- Sequencing- completed 2/25/19 by JC



pF_FTL_1251

Insert: KROL 94 + KROL 95
	
	Cut Sites: NotI + BamHI

Backbone: pF

	Cut Sites: NotI + BamHI

Steps:

1. Primer test 20ul PCR- completed 2/1/19 by JP, JC
2. 100ul PCR- completed 2/6/19 by JC
3. PCR purification (kit)- completed 2/6/19 by JC
4. Digest (and CIP backbone)- completed 2/6/19 by JC
5. Digest purification- completed 2/11/19 by JC, JP
6. Ligation- completed 2/11/19 by JC, JP
7. Transformation- completed 2/12/19 by JC, JP
8. Miniprep plasmid- completed 2/14/19 by JC
9. Sequencing- completed 2/25/19 by JC

pKR31: deletion of FipB gene

FR1	Oligos: KROL 139, KROL 140
Size: 538 bp
	Cut Sites: NotI + BamHI

FR2     Oligos: KROL 141, KROL 142
	Size: 591 bp
	Cut sites: NotI + KpnI

Backbone: pEX

	Cut Sites: KpnI + BamHI

Steps:

1. Primer test 20ul PCR- completed 3/28/19 by JW
2. 100ul PCR- completed 9/13/19 by JC
3. PCR purification (kit) – completed 9/16/19 by JC
4. Digest (and CIP backbone) – completed 9/16/19 by JC
5. Digest purification – completed 9/17/19 by JC
6. Ligation – completed 9/18/19 by JC
7. Transformation completed – 9/19/19 by JC
8. Miniprep plasmid – completed 9/24/19 by JC
9. [bookmark: _GoBack]Sequencing- completed 9/26/19 by JC

