Taq Polymerase purification
   Gene encoding Taq polymerase was introduced into pt7-Htb (pt7-K7 vector with MCS and His-tag of pProExtb) at PstI and EcoRI sites. The plasmid was found unstable so every prep should be started from picking up freshly transformed colonies and digesting the plasmid preps with Pst and EcoRI.  Clones containing Taq gene (850bp band on agarose gel) should be used for transformation of BL21(DE3)* cells.

    Growing the cells in TB-kanamycin at 37(C ON will cause self-induction, so no IPTG is necessary. 1L of cells will produce more then sufficient amount of protein.
    Harvest the cells and lyse them in N1 buffer with 1 tablet of Protease Inhibitors(Roche).

I added 2mM MgCl2 in lysis buffer, though I’m not sure it is necessary.

    Ni column followed immediately by S-200 column without cleaving the His-tag was used to purify the protein. Alternatively, FastFlow-S column followed by Ni column can be used. 
    Main contaminant is ~40kDa protein, either partially translated or Taq proteolysis product.

N1 buffer :20mM Tris pH 7.5                     S-200 buffer : 20mM Tris pH 7.5

                 500 mM NaCl                                                     200mM NaCl

                 10% glycerol                                                       10% glycerol

                 10mM Imidazole                                                 2mM DTT

N2 = N1 + 1M Imidazole

    After purification protein was concentrated on YM50K Vivaspin concentrators and diluted with storage buffer (off NEB site):                10mM Tris-HCl

                                              


100mM KCl

                                              


1mM DTT

                                              


 0.1mM EDTA

                                              


 50% glycerol

                                              


 0.5% Tween-20

                                              


 0.5% NP-40

                                               


 pH 7.4@ 25(C 

Making serial dilutions (2X-500X) and amplifying different size genes helps determine needed concentration of the working Taq Polymerase.

10X Taq buffer (off NEB site): 200mM Tris





   100mM (NH4)2 SO4




   100mM KCl

                                                    20mM Mg SO4
                                                                              1% Triton X-100 

                                                     pH 8.8 @ 25(C
