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05. (Ma\) 2019  

PURMHFW: iGEM_Munich2019 Shared Project
AXWKRUV: Sarah Brajkovic

JRVKL & EULF 
PCR APSOLILFaWLRQ RI HLBLW 
Primers 28 (65�C) + 29 (60�C)
V4 Plasmid 

PCR APSOLILFaWLRQ RI HLBLW-MCP
Primers 26 (64�C) + 27 (65�C)
V4 Plasmid 

CRPSRQHQW 20 ȝO UHaFWLRQ

MiliQ-Water 9.8 �L

Primer (28/26) 1:10 diluted 1.25 �L

Primer (29/27) 1:10 diluted 1.25 �L

Plasmid 0.2 �L

Q5 High Fidelit\ 2X Master Mi[ 12.5 �L
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PCR ML[: APSOLILFaWLRQ RI HLBLW

THPSHUaWXUH DXUaWLRQ C\FOH

98�C 30 s

98�C 10 s 

[ 3565�C 20 s 

72�C 10 s 

72�C 2 min

4�C infinit\
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TKHUPRF\FOHU: APSOLILFaWLRQ RI HLBLW

GHO HOHFWURSKRUHVLV: see protocol
1 % Agarose gel
160V, 400A, 20 min

GHO H[WUaFWLRQ: see protocol

MONDAY, 27/5/2019
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Gel e[traction Zas done using the Monarch Gel DNA 
Final Concentrations: 
HiBit: 41 ng/�L
MCP-HiBit: 113,9 QJ/�L 

T4 DNA LLJaVH LLJaWLRQ:  see protocol 

bS PaVV FRQFHQWUaWLRQ

LQVHUW 828 bp 28.81 ng 80 ng/ȝl

YHFWRU 4813 bp 50 ng 60 ng/ȝl
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CaOFXOaWLRQV (3:1): V4

CRPSRQHQW 20 ȝO UHaFWLRQ

T4 DNA Ligase Buffer (10X) 2 ȝl

Vector DNA 0.83 ȝl

Insert DNA 0.32 ȝl

T4 DNA Ligase 1 ȝl

ddH2O 15.85 ȝl
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T4 DNA LLJaVH LLJaWLRQ: V4

Incubate at RT for 15 min.
Heat inactivation at 68�C for 10 min, then on ice.

TUaQVIRUPaWLRQ: V4 Ligation
Transformations according to chemical transformation protocol.

AOHMaQGUR 
CHOO FXOWXUH: HEK293T FHOO VSOLWWLQJ(200ul, p20)


