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09. (SepWembeU) 2019  

PURMHFW: iGEM_MXnich2019 ShaUed PUojecW
AXWKRUV: Johanna WallneU

JRKDQQD + SDUDK
HepaUin-PXUificaWion

VampleV WUanVfecWed b\ JoVhi (MCP); Check if Vome VLPV aUe noW elXWed ZiWh Whe ValWgUadienW. TheUefoUe add 10 CV ZiWh 100 % 
BXffeU B aW Whe end of Whe gUadienW

Ɣ

MaWeUialVƔ
HiTUap HepaUin HPż

(FORZ RDWH: 0.5 PL/PLQ)Ŷ
FUDFWLRQ VL]H: 1 POŶ

SWock SolXWionVż
1 M HEPES, PH 7.2 (0.5 L: 119.15 g HEPES (fUee acid), MW: 238.3)Ŷ
5 M NaCl (0.5 L: 29.22 g NaCl, MW: 58.44)Ŷ
1 M NaOH (0.5 L: 20 g NaOH, MW: 40)Ŷ
30 % 2-PUopanolŶ

BXffeU A:ż
50 mM HEPES, pH 7.2Ŷ

BXffeU Bż
50 mM HEPES, 2 M NaCl, pH 7.2Ŷ

EqXilibUaWion BXffeUż
50 mM HEPES, 120 mM NaCl, pH 7.2Ŷ
5 CV = 5 mLŶ

WaVh BXffeUż
50 mM HEPES, 120 mM NaCl, pH 7.2Ŷ
10 CV = 10 mLŶ

LineaU SalW GUadienW: 6 - 100 % oYeU 20 CV = 20 mL, 100 % Bż
RegeneUaWionż

1 M NaOH, 10 CV = 10 mLŶ
30 % 2-PUopanol, 10 CV = 10 mLŶ

PUHSDUDWLRQƔ
PUepaUe SWock SolXWionV, filWeU Whem!
PUepaUe BXffeU A, BXffeU B, EqXilibUaWion BXffeU, WaVh BXffeU
PUepaUe ElXWion BXffeU (20 [ 10 mL -> label 20 [ 15 mL FalconV)
PUepaUe XY [ FT EppiV, 10 [ WaVh EppiV, 20 [ ElXWion EppiV
EqXilibUaWe Whe hepaUin UeVin ZiWh 5 CV ETXLOLEUDWLRQ BXIIHU
PUepaUe Whe Vample: haUYeVW Whe VXpeUnaWanW foUm Whe 6-Zell plaWe. CenWUifXge 10 minXWeV aW 2000 g.
FilWUaWion: FilWeU Whe haUYeVWed VXpeUnaWanW WhUoXgh a 0.8 ȝm V\Uinge filWeU
Load Whe Vample on Whe UeVin -> collecW FloZ-WhUoXgh = XY mL = XY fUacWionV
WDVK
WaVh ZiWh 10 CV WaV BXffeU = 10 fUacWionV
EOXWLRQ
ElXWe ZiWh a ValW gUadienW (120 - 20000 mM NaCl) ZiWh 20 CV = 20 fUacWionV

FRIDAY, 27/9/2019
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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

NDCO >PM@ BXIIHU A >ȝL@ BXIIHU B >ȝL@ BXIIHU A >PL@ BXIIHU B >PL@
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PXULILFDWLRQ 27/09/2019

10 CV aW Whe end of Whe gUadienW ZiWh 100 % BXIIHU B
RHJHQHUDWLRQ
10 CV 1 M NaOH
10 CV 30 % 2-PUopanol
DDWD AQDO\VLV
MeaVXUe A280 of each fUacWion (FloZ-ThUoXgh, WaVh, ElXWion) .
SDS Page: L, FT, W, E1, E2, E3,... (WoWal: XY combV?)
UeadoXW: HiBiWƔ

SXVDQQH + AQMD
TEM
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AOHMDQGUR
HiBiW-AVVa\

Whe 96-Zell plaWe ZaV XVed Wo caUU\ oXW a HiBiW aVVa\ accoUding Wo Whe VWandaUd pUoWocol foU HiBiW aVVa\ fUom 96-Zell plaWeVƔ
HaUYeVWing Wime: 9:00 h; 40 h afWeU mediXm e[changeƔ
UeVXlWV:Ɣ

¦


