Purification of full-length huntingtin Q23 and grafix to ship samples to Prof. Susan Lea (2016/12/16)
2nd December 2016:
· Full-length huntingtin Q23 4.5 mg/ml shipped to Susan Lea – purification detailed here https://zenodo.org/record/162243
5th December 2016:
· 6 L of cells harvested – flash frozen in 6 x 50 mL aliquots in 50 mM Tris-HCl pH8, 500 mM NaCl, 1x PIs
6th December 2016:
· [bookmark: _GoBack]Shipment of huntingtin to Susan Lea arrives NOT on dry ice due to problems with shipping/customs. Samples in the bin 
7th December 2016:
· 6 aliquots freeze-thawed x 2 to lyse. Resuspended in chilled 750 ml 50 mM Tris-HCl pH8, 500 mM NaCl, 1x PIs with benzonase. Centrifuge at 15,000 rpm, 1 hour, 4 °C for 1 hour (JA 16.25). 
· Incubate clarified lysate each with 5ml equilibrated anti-FLAG M2 resin (Sigma) at 4 °C with rocking for 2 hours in glass bottles.
· Lysate-bead mix loaded into open column (flow through - FT) and then washed with 2 x 500 ml of 50 mM Tris-HCl pH8, 500 mM NaCl (washes 1&2 - W1&W2).
· Huntingtin eluted with 2 x 10 ml 400 µg/ml FLAG peptide in 50 mM Tris-HCl pH8, 500 mM NaCl. Incubate beads with peptide for 5 minutes before eluting. (Bradford assay showed no more protein was eluting).
· Concentrate sample using MWCO 100,000. Run 1ml of elution on Superose6 equilibrated in 20 mM Hepes pH7.4, 500 mM NaCl.
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· Grafix used 6 x 30 mL gradients poured using gradient mixer - 20 mM Hepes pH7.4, 500 mM NaCl, 5% sucrose to 20 mM Hepes pH7.4, 500 mM NaCl, 20% sucrose, 0.2% glutaraldehyde. 100 µg of protein applied to each. Centrifuge at 108,000 xg for 16 hours. 
8th December 2016
· Fractionate into 2 mL fractions  ~15 fractions per tube. Gel samples (~28 µL of protein per well) of fractions 9-15 run on 4-20% Tris-glycine SDS-PAGE (wedge-well).
· Fractions buffer exchanged to 20 mM Hepes pH7.4, 500 mM NaCl, concentrate and flash frozen: 11 x 5 uL aliquots at 1.6 mg/mL. 
[image: ]
9th December 2016
· Protein sample shipped on dry ice to Prof. Susan Lea.
13th December 2016
· Sample successfully received on dry ice!!
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NB: pump broke on AKTA mid-run affecting back
pressure and flow rate. Although protein eluted, peaks
broader than usual so appear lower mAU reading.
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[S—————Monomer peak, fractions 8-11 pooled for each tube.





