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In the span of three weeks, three attempts at muPA protein purification were made. The first’s
vield was too low, prompting a different approach. Instead of using 2xTY media, ZN media was utilized due
to the presence of lactose in 2xTY media. IPTG is an analog of lactose and was used to induce protein

5. After washes, pellets were resuspended in denaturing buffer
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11. Eluted the bound fraction with nickel elution buffer and collected in 2 mL fractions
12. Analyzed fractions on 13% SDS-PAGE gel, and then pooled muPA containing fractions
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13. Since resulted with a small volume of muPA, only activated with TEV
14. Took an A280 to determine what concentration of TEV to add
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15. Filtered through a syringe, filtered muPA through another nickel column to dislodge TEV
16. Used a Superdex 75 size exclusion chromatography (SEC) column

7 HDX MS analysis shows the Q‘e‘ c
variable loop in muPA is f.-'f <‘ S) -
also the region that z @
exchanges all of its amides O“:“HEM:&
very fast (red). Also notice
how the interior of the
protein exchanges much

less (blue).

**Did an activity assay with the activated muPA from 7/6/17**
**Did an activity assay with elution from second Ni column to see if protein was stuck there — see
assay graphs**
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