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10. (OcWober) 2019  

PURMHFW: iGEM_MXnich2019 Shared ProjecW
AXWKRUV: Johanna Wallner

JRKaQQa  + SaUaK
PXrificaWion

samples: Ɣ
neZ Coiled-Coil L7Aeż
neZ Coiled-Coil MCPż
old Coiled-Coil MCPż
Gag-L7Ae FXsionconsWrXcW (pXrificaWion ZiWh 10 CV highesW salW concenWraWion aW Whe end)ż

PUHSaUaWLRQƔ
Prepare SWock SolXWions, filWer Whem!
Prepare BXffer A, BXffer B, EqXilibraWion BXffer, Wash BXffer
Prepare ElXWion BXffer (20 [ 10 mL -> label 20 [ 15 mL Falcons)
Prepare XY [ FT Eppis, 10 [ Wash Eppis, 20 [ ElXWion Eppis
EqXilibraWe Whe heparin resin ZiWh 5 CV ETXLOLbUaWLRQ BXIIHU
Prepare Whe sample: harYesW Whe sXpernaWanW form Whe 6-Zell plaWe. CenWrifXge 10 minXWes aW 2000 g.
FilWraWion: FilWer Whe harYesWed sXpernaWanW WhroXgh a 0.8 ȝm s\ringe filWer
Load Whe sample on Whe resin -> collecW FloZ-WhroXgh = XY mL = XY fracWions
WaVK
Wash ZiWh 10 CV Was BXffer = 10 fracWions
EOXWLRQ
ElXWe ZiWh a salW gradienW (120 - 20000 mM NaCl) ZiWh 20 CV = 20 fracWions

THURSDAY, 17/10/2019
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150 925 75 9.25 0.75

200 900 100 9 1

300 850 150 8.5 1.5

400 800 200 8 2

500 750 250 7.5 2.5

600 700 300 7 3

700 650 350 6.5 3.5

800 600 400 6 4

900 550 450 5.5 4.5

1000 500 500 5 5

1100 450 550 4.5 5.5

1200 400 600 4 6

1300 350 650 3.5 6.5

1400 300 700 3 7

1500 250 750 2.5 7.5

1600 200 800 2 8

1700 150 850 1.5 8.5

1800 100 900 1 9

1900 50 950 0.5 9.5

2000 0 1000 0 10
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SaOW GUaGLHQW

10 CV aW Whe end of Whe gradienW ZiWh 100 % BXIIHU B
RHJHQHUaWLRQ
10 CV 1 M NaOH
10 CV 30 % 2-Propanol

WoWal elXWion Zas aboXW 50-60 % from WoWal loadƔ
afWer pXrificaWion Whe samples Zere concenWraWed b\ Xsing 30 kDa cenWricons -> Whe concenWraWed samples are Xsed for WesWern 
BloW and DLS

Ɣ


