ES_12: Repacking of the Pepsin Columnv 2.0

Repacking of thdPepsin Glumn

The pepsin column is used for protein digestion; its ability to digest can decrease over time,
resulting in large poorly digested protein and reduced peptide signals. In this case, the pepsin
column needs to be repacked.
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When running, the pepsin columis located in a chamber on the left side of the UPLC. The
pepsin columns can otherwise be found in a box in the fridge.

The pepsin column consists of two end fittings, two filters with metal rings and a column. The
column holds thepepsin agarose beads with the help of the two filters. When the column and
the end fittings are separated, the filter and the metal ring around it become visible (as shown
above).

Rinsing the column

Remove the metal ring and the filteReconnect the enfitting in one endand connectthe
adapter. Finally, connedhe syringe (See next page).

The adapter can be found in a box in the UPL

The adapter is in the following pictures beige.

Replacement screen
116", 2 micron,
Mikrolab VI 25R110

‘o dead volume

etal, Waters

Nut, fingertignt

2



ES_12: Repacking of the Pepsin Columnv 2.0

Rinse the column a couple of times withlventA as shown above. In this way, the old pepsin
agarose beads will be removed from the column.

Now separate all the components, and rinse them by placing them in a beakesolignmtA.
Take the cleaned components out and place them on a piece of papaliow drying out.
Meanwhile you can start rinsing the new pepsin agarose beads.

Rnsing the pepsin agarose beads

- Aliguote 400ulpepsin agarose slurry (50% glycerol) into two eppendorf tubes. The pepsin
agarose slurry can be found in the pepsin column box in the fridge. It is a good idea to
shake it before allocating it into the eppendorf tubes (it is a suspension).

- Then add 700psolventA (0.15% Formic acid) to each of them.

- Centrifuge the two tubes at 4509 for 3min (program 21 in the centrifuge), and remove the
supenatant.

- Then add 900ukolventA to each of them and centrifuge with the same program. This
step is repeated aditional 2 times. This step removes the glycerol.

- Lastlyre-suspend with 700ukolventA.
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Use a needle to fill the syringe with-seispended pepsin agarose slurry. Use a different syringe
from before- use a 3mL omnifix (found in root8.4.409). The needle is found in the same
room.

- Assemble one end of the pepsin column with filter, metal ring andfiinay.

- Attach the other enditting to the other end of the column buwithout filter and metal
ring.

- Put the adapter on theend where the enditting has no filter and begin packing by
injecting the resuspended slurry through the column via the adapter. The filter in the
other end will make sure that the pepsin beads stays within the column.
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You should be able to feel thegistance increasing, keep packing (injecting) until you can see
the pepsin agarose beads packing in the syringe itself (as shown above).

Rt -
Now remove the end fitting at the injecting end, inspect the packing. If the agarose beads are
seen to form a cotinuous surface without air bubbles at the end of the columse @& piece

of paper”tohéCsurbobééc¢e as shown above (removing
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Put the metal ring and the filter on the column and put the end fitting on.

Prerinse on UPLC in both directions

Connect the column to the UPLC, but only the end where the flow is coming in.



ES_12: Repacking of the Pepsin Columnv 2.0

Put a waste tube under the cahin to collect thefluids that run through the column.
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Turn on the flow(ASM: A1=150ul/mirg@ndleave itrunning for 20nin.
While running you should inspect the pressure and log the pepsin column pressure in the
Column Log (OneNote).
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After 20min of rinsing in onalirection, disconnect the column. Switch the direction of the
column, so the fluids now running in an opposite directibeave it running for another gan.
Once againinspect the pressure and logé pepsin column pressure @neNote.

After rinsing.either disconnect or fully connect (both ends) the column to the UPLC.
You are done.
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