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Alejandro

Gibson assembly of V33

1:2 vector:insert

Gibson assembly with the HiFi DNA Assembly Master Mix from NEB (standard protocol followed)
Vector: 4800 bp; Pac1/Mlu1-digested V4: 3 uL, 69 ng, 0.023 pmol

Insert: 2800 bp; BBa_K2170002 for Gibson PCR amplicon: 1.13 pL, 79.6 ng, 0.046 pmol

+ 10 pL HiFi Mastermix + 6 yL MQ-H20 -> 20 pL total volume -> 15 min @ 50 °C

Transformation V33

2 uL Gibson-Assembly in E.coli
standard Transformation Protocol
o 30 min Incubation on ice
o Heat shock for 30 sec (42 °C)
o on ice for 5 min
o 37 °C for 40 min incubation with 950 uL medium added
o 80 uL on Agaroseplates (Ampicillin)

Johanna

Biotin Purification

with the samples incubated the 26th of August; Purificaton start ca. 24 h after incubation beginn
transfer Biotin-Sample-mixture to the gravity flow columns

falcon 1: wash 2x with 1 mL PBS and elute 2x with 1 mL 50 mM Biotin-PBS

falcon 2: wash 2x with 1 mL Buffer W, elute 2x with 1 mL BXT

HiBit (SNI, SNul, FTI, W1l, W2l, E1l, E1ul, E2I)

aim: test Buffer W and BXT agains PBS and 50 mM Biotin in PBS

results:
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Results 50 mM Biotin vs. BXT
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1 g%rS“M Biotin * 5 tter W + BXT
2 SNL 201300 245600
3 SNU 24960 28050
4 FTL 119400 130800
5 WIL 29200 33890
6 WaL 6592 6349
7 E1L 1813 2122
8 E1U 80 107
9 E2L 638 746
10
1 SumW 35792 40239
12 SumE 2451 2868
13 Total 157643 173907
14 %FT 75,74076 75,21261
15 %W 22,70447 23,13823
16 %E 1,554779 1,649157
17  Fraction NL
raw data results 50mM Biotin (2) vs. BXT (3)
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