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Sequencing results :
V11#3,4,9 POSITIVE -> 150mL LB + Amp culture●

Restriction :
V14●

DNA V14 0.935µL○
10x Cut Smart Buffer 5µL○
Nhe-Hf 1µL○
Mlu1-Hf 1µL○
MilliQ 42µL○
-> 15min at 37°C then on ice

V16●
DNA V16 3.14µL○
10x Cut Smart Buffer 5µL○
MindII-Hf 1µL○
MilliQ 40.8µL○
-> 15min at 37°C, 20min 80°C, add 5.5µL 1MNaO, add 1µL BspEI, 15min 37°C

mix samples with 15µL loading dye, 1% gel electrophoresis, 20min●
NEB gel extraction, elute with 6µL●
V14 : 111.7ng/µL, V16 : 60.6ng/µL●

Ligation :
T4 Buffer 2µL●
T4 Ligase 1µL●
Vector DNA 50ng●
insert DNA 1.639ng●
H2O 12µL●
-> V12 insert : 36bp, backbone : 6424bp -> result : 6388bp
-> result V15 : 6405bp
nebiocalculator ; Biomass : 50ng●
V14 : 28.22fmol/µL●
V26 : 15.35fmol/µL●

Transformation :
transformation of V15 according to standard NEB transformation protocol●
because the cells were incubated at 37°C and not 30°C we only plated 60µL instead of 100µL to not get too many colonies●

Moritz :
cell splitting & seeding :

Seeding of 12 wells of 24 well plate (600µL with 150kcells per well)●
splitting according to Cell Splitting protocol●
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gibson assembly, ligation and Transformation :
V27, V28, V25●
Inserts : gBlocks from IDT (500ng)●

spin down○
add 50µL Milli Q○
vortex○
incubate at 50°C  15-20min○

V28 : gibson overlap●
Restriction for V27●

Backbone : V26 from Jeff○
insert gBlock PS6L1-TM and CT○
DNA : 0.42µL (Backbone) / insert (20µL)○

10x Cutsmart 
Buffer 5µL 5µL

BamH1HF 1µL 1µL

Mlu1 HF 1µL 1µL

MilliQ 41µL 23µL
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15min, 37°C○
1% Agarose Gel●
mix samples with 15µL loading dye no SDS; 10min 150V●
NEB Monarch Gel Extraction kit for gel purification : elute in 10µL H2O (Backbone) in 14µL H2O (insert)●
(insert bands were not clearly visible; next time if the insert is a gBlock no gel purification !)
Nanodrop :●
insert : 20,4 ng/µL
backbone : 52,3 ng/µL

ligation V27 :
T4 Buffer: 2µL●
T4 ligase : 1µL●
Vector (backbone) : 1,05µL●
insert : 2,04µL●
H2O : 13,9µL●
10min at roomtemperature, 10min at 65°C●

gibson assembly V28, V25 :
V28 :●

V4 (backbone) : 1.32µL○
insert (HisGPSGL1) : 1.74µL○
Mlu : 10µL○
H2O : 9.69µL○

V25 : ●
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V4 (backbone) : 1.32µL○
insert (hArcHiBit) : 4.6µL○
Mlu : 10µL○
H2O : 4.08µL○

15min at 50°C●

Transformation :
V26 : 0.5µL V26 + 500µL H2O -> 2µL●
V25, V27, V28 : 2µL●
-> NEB C3040 protocol


