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The ubiquitin portion of the tag
allows easy removal of the entire
fusion partner

The His-Ubiquitin tag is removed
through digestion with USP2

C  The resulting protein is now free of
exogenous portions




Main recombinant enzymes
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- The finished productis very pure

- Exhibits sufficient enzimatic activity

Our current efforts are pointed towards
reducing endotoxin levels
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as a therapy for GAMT-defici
[ needs to produce creatine

Adenosyl-Methionine > Creatine + S-Adenosyl-Homocysteine



MAT2A
ethylTransferase Methionine AdenosylTransferase 2A

Crude bacterial lysate Purified protein

MAT2A
- Some residual contaminants
- Enzymatic activity is lost during IMAC

purification




As MAT2A is inactive when expressed in bacteria,

production has been moved to Saccaromyces
cerevisiae

Advantages over Escherichia Coli:
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CRISPR-Cas9

__________

Cas9 guide RNA

molecular scissors targeting mechanism
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CRISPR-Cas9
precise molecular surgeon
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preliminary tests on His- SRGN showed
effective in vitro cleaving activity

In vitro digestion assay




SRGN TREX2

Crude bacterial lysate Purified protein




SRGN TREX2

His-Ub-EN-SRGN
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+25°C, 0.5mM IPTG, 5-hour induction




BL21(DE3) pRIL




TREX2

Switch to eukaryotic cell lines
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mobilized Metal Affinity Chromatography

ell lysate =
ein + contaminants

The cell lysate is loaded onto the HisTrap column



Immobilized Metal Affinity Chromatography

The histidine portion of the recombinant protein
binds the nickel ions attacched to the column
resin

The contaminants are eliminated

Histidine

ontaminants



Immobilized Metal Affinity Chromatography

idazole buffer

The recombinant proteinis detached from the
resin through an imidazole buffer
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Imidazole

Histidine

His-Ub-Protein



Further processing

The recombinant protein can be purified further to
eliminate remaining contaminants

7 my

To this end, additional chromatography techniques
are employed, such as ion exchange and size
exclusion chromatography
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