Extration of Casl2a protein

Culture:

First, we transformed the obtained MBPhis-AsCasl2a plasmid into BL21 (DE3) strains,
selected monoclonal colonies, and inoculated them into Amp+LB broth. After cultivating
about eight hours later, we transfered 1% inoculum size of bacteria into 350 ml new AMP+LB
broth in 1L shake flask, and shaked (220rpm) it for 5-6 h at 37 °C. Then, we added 1 mM iptg,
shifted bacteria in the logarithmic growth phase to 16°C shaker and shaked for 16 hours, in
order to get the target protein.

Collecting and Crushing:

After culture, the bacteria in the shake flask were collected at 3000rpm, 4 °C contrifugation
for 20min, and is resuspend with 40ml PBS. Subsequently, we completely crushed &} E. coli
# using a high pressure homogenizerthe to separate the protein from the bacteria.
Separation and combination:

To isolate the proteins, the broken solution was centrifuged at 10000g at 4 °C for 50min,
precipitating the broken bacteria and other impurities. After discard the supernatant, we
added 3ml column volume of his tag binding beads, shake them in vertical shaker at 4°C
overnight. Cas12a was combined with a nickel column using his tag.

Elution:

The binding solution was poured through the column, FT was collected, and eluted with
20mM, 40mM imidazole eluent W1 and W2 in 20CV and 10CV volumes, respectively, to wash
away non-specific binding proteins and impurities. Then we eluted the target protein with
3CV eluent E1 and E2 with 200mM and 400mM imidazole.

Gel results:

We can see from the results of SDS protein gel that the size of our extracted protein is about
110kD, which is consistent with our target protein. Western blot was further used to verify
that our extracted protein was Casl?2a.
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