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08. (AXgXVW) 2019  

PURMHFW: iGEM_MXnich2019 ShaUed PUojecW
AXWKRUV: Johanna WallneU

AOHMDQGUR
GibVon aVVembl\ of V33

1:2 YecWoU:inVeUWƔ
GibVon aVVembl\ ZiWh Whe HiFi DNA AVVembl\ MaVWeU Mi[ fUom NEB (VWandaUd pUoWocol folloZed)Ɣ
VecWoU: 4800 bp; Pac1/MlX1-digeVWed V4: 3 �L, 69 ng, 0.023 pmolƔ
InVeUW: 2800 bp; BBa_K2170002 foU GibVon PCR amplicon: 1.13 �L, 79.6 ng, 0.046 pmolƔ
+ 10 �L HiFi MaVWeUmi[ + 6 �L MQ-H2O -> 20 �L WoWal YolXme -> 15 min @ 50 �CƔ

TUanVfoUmaWion V33
2 �L GibVon-AVVembl\ in E.coliƔ
VWandaUd TUanVfoUmaWion PUoWocolƔ

30 min IncXbaWion on iceż
HeaW Vhock foU 30 Vec (42 �C)ż
on ice foU 5 minż
37 �C foU 40 min incXbaWion ZiWh 950 �L mediXm addedż
80 �L on AgaUoVeplaWeV (Ampicillin)ż

JRKDQQD
BioWin PXUificaWion

ZiWh Whe VampleV incXbaWed Whe 26Wh of AXgXVW; PXUificaWon VWaUW ca. 24 h afWeU incXbaWion beginnƔ
WUanVfeU BioWin-Sample-mi[WXUe Wo Whe gUaYiW\ floZ colXmnVƔ
falcon 1: ZaVh 2[ ZiWh 1 mL PBS and elXWe 2[ ZiWh 1 mL 50 mM BioWin-PBSƔ
falcon 2: ZaVh 2[ ZiWh 1 mL BXffeU W, elXWe 2[ ZiWh 1 mL BXTƔ
HiBiW (SNl, SNXl, FTl, W1l, W2l, E1l, E1Xl, E2l)Ɣ
aim: WeVW BXffeU W and BXT againV PBS and 50 mM BioWin in PBSƔ
UeVXlWV: Ɣ
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50 mM BioWin + 
PBS BXffeU W + BXT

SN L 201300 245600

SN U 24960 28050

FT L 119400 130800

W1 L 29200 33890

W2 L 6592 6349

E1 L 1813 2122

E1 U 80 107

E2 L 638 746

SXP W 35792 40239

SXP E 2451 2868

TRWDO 157643 173907

% FT 75,74076 75,21261

% W 22,70447 23,13823

% E 1,554779 1,649157
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RHVXOWV 50 PM BLRWLQ YV. BXT

9,80E+01 1,15E+02 8,96E+04 6,74E+04 2,13E+05 1,58E+05 1,53E+05 2,01E+05 2,30E+05 2,71E+05 3,88E+05 3,32E+05

2,01E+05 2,50E+04 1,19E+05 2,92E+04 6,59E+03 1,81E+03 8,00E+01 6,38E+02 1,30E+01 1,10E+01 1,50E+01 1,50E+01

2,46E+05 2,81E+04 1,31E+05 3,39E+04 6,35E+03 2,12E+03 1,07E+02 7,46E+02 1,10E+01 2,00E+01 1,60E+01 1,30E+01
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UDZ GDWD UHVXOWV 50PM BLRWLQ (2) YV. BXT (3)


