
LECTURE 4 
BUILDING DNA 
LECTURE 

DNA nomenclature 

single strand 

double strand 

bases 

base pairs 

l inear 

circular 

blunt end 

sticky end 


DNA products 

oligos 

fragments 

parts 

plasmids/integrations 


Denovo synthesis 

solid phase chemistry 

<300bases 


PCR 

DNA repl ication 

components (buffer, dNTPs, polymerase, template) 

protocol 

f i rst 3 cycles 

thermostable polymerases 

DNA modif ication 

Overhangs 

primer design 

val idation 

agarose gel electrophoresis 

sanger sequencing (GCTA, KBRG) 


DNA assembly 

Restrict ion (EcoRI, GAATTC) 

components (buffer, RE, DNA) 

Ligation 

components (buffer, l igase, DNA) 

Restrict ion, l igation 

Time frame 


Golden gate assembly 

Type I Is restr ict ion enzyme (BsaI, GGTCTCN1) 

Restrict ion l igation 

Cyclical protocol 


EXERCISE 

Design primers to amplify GFP orf 

Execute virtual PCR 

Design primers to amplify GFP orf with BsaI OH 

Design primers to amplify vector with OH 

Assemble a gene with 3XGFP


