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Restriction Digest: see protocol 
Double Digestion of gBlock "6xHis in EL2, N180".

Component 50 µl Reaction

gBlock (Twist) 25 µl 

10X CutSmart Buffer 5 µl

MluI-HF 1 µl 

NheI-HF 1 µl 

ddH2O 18 µl 
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Double Restriction Digest, gBlock

Component 50 µl Reaction

gBlock (Twist) 15 µl 

10X CutSmart Buffer 5 µl

PacI 1 µl 

NheI-HF 1 µl 

ddH2O 28 µl 
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Double Restriction Digestion, gBlock: PacI + NheI

Incubate at 37°C for 1 hour.

Restriction Digest: see protocol 
Double Digestion of plasmid backbone E10 (CD63-HiBiT-L7Ae) -> E19 and E11 (CD63-HiBiT-MCP) -> E20.
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Component 50 µl Reaction

E10 / E11 1 µl 

10X CutSmart Buffer 5 µl

MluI-HF 1 µl 

NheI-HF 1 µl 

ddH2O 42 µl 
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Double Restriction Digest: E10, E11

Component 50 µl Reaction

E10 / E11 1 µl 

10X CutSmart Buffer 5 µl

PacI 1 µl 

NheI-HF 1 µl 

ddH2O 42 µl 
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Table2

Incubate at 37°C for 1 hour.

Gel extraction kit: see protocol

T4 DNA Ligase Ligation:  see protocol 

bp mass concentration

insert 870 bp 37.24 ng

vector 5302 bp 50 ng
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Calculations (3:1)
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Component 20 μl reaction

T4 DNA Ligase Buffer (10X) 2 μl

Vector DNA 1.2 μl

Insert DNA 0.8 μl

T4 DNA Ligase 1 μl

ddH2O 15 μl
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T4 DNA Ligase Ligation

Incubate at RT for 10 min. Heat Inactivation at 65°C for 10 min. 

Transformation of NEB Stable C3040H E.coli with E19/E20(following the protocol)
1 μl added to 50 μl bacteria. 
100 μl plated on Amp-resistant Agarose plates. 

HEK293T splitting and seeding

One 96-well plate was seeded to try the cytotoxicity killing assay with Zeocin/PBS diluted DMEM (25.000 cells/well, 150ul).


