FLAG purification from 293T cells 

Transfect 3-4 ug DNA per 10 cm dish (2x10^6 cells), 100 uL optimum, 24 uL PEI
24 hours later, split into 15 cm dish
Harvest cells into PBS at 72 hr post transfection
For RADX 5 minimum, but 10 better X10cm dish per condition yields usable protein.

Lysis 

NETN lysis buffer: 

15 mL 5M NaCl 
10 mL Tris pH 8.0
1 mL 0.5 M EDTA
25 mL 10% NP40 
447 mL ddH2O
Protease (and phosphatase if needed) inhibitor tablets

Add 5 mL to pellet (5mL per 5 dishes, so 5mL lysate total), resuspend 30 min on ice 
Spin max (tabletop 3000 rpm-cold) speed 15 min- transfer to new tube 

IP with agarose (magnetic) beads 

25 uL beads per condition  - follow flag IP for RadX to prep resin
(Prep resin-Wash resin 2X PBS or TBS, can add BSA to block as well, 1x lysis buffer)

Add beads to lysate, cold room for 4 hours rocking (MA note- 2-2.5 hours is fine for RADX)

Elution **use magnetic flag M2 resin, no need for spin steps

Spin down and remove supernatant. Wash 1 ml lysis x3, LiCl x2, Elution Buffer x 2 
Resuspend in Elution  buffer + 0.25 mg/mL (final) flag peptide
Incubate on ice for 1.5 hours, mix every 15 minutes
Spin down at max speed for 1 min -not needed if magnetic beads
Transfer supernatant to new tube- freeze -80C 

RPA depletion ** (THIS IS ONLY FOR RADX PROTOCOL)

Use 20ul  rProtein G agarose bead slurry per sample (use magnetic much easier and eliminate spin steps)
Wash 1X with PBS/0/1% BSA. 
Rinse twice PBS
Resuspend in 200 ul PBS + RPA antibody (9H8 Abcam) at 1:1000 dilution 
Rotate 4C for 1.5 hours
Centrifuge 1000xg 2 min (magnet)
Wash 2X elution buffer 
Add eluate containing purified CX from previous section. Save input sample (8 uL)
Rotate at 4C for 1 hr 
Centirfuge 1000 xg for 2 min (magnet)
Collect supernatant and aliquot/western blot. This protein can now be stored at -80C and used for downstream applications. 


LICL buffer (***I use lysis buffer + 0.3M LiCL instead of this**)

100 ul HEPES
1.5 mL 2M LiCl
4 mL glycerol
4 ul EDTA
5 ul 20% triton-X
10 ul DTT
10 ul PMSF
15 ul MgCl2
4.35 mL H20

Elution buffer (change this buffer as needed for what your protein prefers)

50 mM Tris pH 7.5
250 mM NaCl
10% glycerol
1 mM DTT
Add protease inhibitors

Other proteins for reference:

SMARCAL1 and ZRANB3
Lysis:
20 mM Tris (pH 7.5), 150 mM NaCl, 0.1 mM EDTA, 1 mM DTT, 0.2 mM PMSF, protease inhibitors, and 0.1% Triton X-100. 
Elution:
20 mM HEPES at pH 7.6, 20% glycerol, 0.1 M KCl, 1.5 mM MgCl2, 0.2 mM EDTA, 1 mM DTT, 0.01% IGEPAL CA-630

Primpol:
Elution: 10 mM Hepes (pH 7.5), 15 mM glutathione, 1× Roche cOmplete Mini EDTA-free protease inhibitor, and 1 mM DTT]. Final: Purified proteins were dialyzed into 10 mM Hepes (pH 7.5), 50 mM NaCl, and 1× Roche cOmplete Mini EDTA-free protease inhibitor.



