Areas of binding to PCC7942:

---------------------

5’ GACAAGAATACCTAAGCGCGATCGC 3’  (FORWARD)

LENGTH=25BP TM = 61.1C GC =52.0%

LOCATION(1238522-1238546)

By end of KaiC

5’ TTGAGAACTGTCAAACTGTGGACAAAGC 3’ (REVERSE)

LENGTH=28BP TM = 60.7C GC = 42.865%

LOCATIONc(1241538-1241511)

By KaiA promoter

NEW REVERSE:

5’ AGTGCTAGGCTAAATTAAATTTTTCC 3’
Length = 26bp

Locationc(1241489-1241464)

Tm = 60.13 GC 30.8%

Areas of homology to BioBricks:
------------------

For area by end of KaiC:

5’ AGCGGCCGCTACTAGTAA 3’ (contains SpeI and NotI + AG)

For area by KaiA promoter:

5’ GAATTCGCGGCCGCTTCTAGAGT 3’ (contains EcoRI + NotI + XbaI + ‘GT’)

Final primer:

---------------
5’ GAATTCGCGGCCGCTTCTAGAGT AGTGCTAGGCTAAATTAAATTTTTCC ‘3

(New reverse) (Tm = 74.54)

5’ GAATTCGCGGCCGCTTC 3’ Tm = 62.75 (crossover reverse)

5’ AGCGGCCGCTACTAGTAA GACAAGAATACCTAAGCGCGATCGC ‘3 (forward) (Tm=77.67)

5’ AGCGGCCGCTACTAGTAA 3’ (Crossover forward) Tm = 60.87
----------------------

Site mutagenesis:

(check if unique!)

Mutate EcoRI @ 1238703: t->c (glu) in KaiC coding area

Then:

----

5’ ctgatcatgaaCtcgcggattg 3’Tm = 62.36

5’ CAATCCGCGAGTTCATGATCAG 3’
----

Mutate PstI @ 1239051: A->g (ser)

Then:

----

5’ caagacctgcGgattcaggata 3’ Tm = 62.57 

5’ TATCCTGAATCCGCAGGTCTTG 3’
----

Mutate PstI @ 2993: (t->g) (non-coding region)

5’ tcaggactgagtcGgcaga 3’  Tm=62.96 

5’ TCTGCCGACTCAGTCCTGA  3’

----

