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Discussion and Future Work

Site-Directed
Mutagenesis:
Figure 1

Gene within plasmid Plasmid denatured and DNA polymerase extends Non-mutated Transformed into competent cells

|nt rod uction with target mutation mutagenic primers and incorporates strands digested by and sent for sequencing, to
site. annealed mutagenic primers ‘Dpnl’ enzyme confirm mutation had occurred

Protein Expression G5Ttagged protein
and Purification:

lutathione beads
Each protein was placed in an

expression vector and transformed

o E.col. ——>

Full length CDH1 had not been

Glutathione then added to elute
the GST tagged protein

expressed before and so was
transformed into 3 different E.coli
strains; ‘Arctic Express’, ‘BL21DE3’ Waste eluate Eluate containing
and ‘Rosetta’ , in order to see which GSTtagged protein
would provide greatest yield. Eluate collected and run on size

Cells grown under varying conditions Figure 2 exclusion chromatography

to determine optimum conditions for column

expression. .

Cells were then sonicated and spun Kinase Assay:

in a centrifuge.

The supernatant was then filtered

and protein purified as described in

figure 2.

Results
Methods

Lane Number | E.Coli Strain

Arctic Express M

BL21DE3 M R RN NRRRRRNIRRRRRIRARIRIRY

Rosetta M ACGGCTGAAGGCCAAAGGGGC TGACAAAC
: 250 26 270
Arctic Express J

; = Ch
BL21 DE3 J
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