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What is the Gibson Assembly? 
 
… and his colleagues (Gibson, D.G., et al. (2009) Nat. Methods 6, 343-345). 
 
This technique allows for the assembly of up to 15 different DNA fragments in a single in vitro 
reaction. 
 
… Gibson assembly is an expensive cloning procedure because it requires high amounts of Taq 
DNA ligase. 
 

 
** Remember that E. coli is written in italics, as E. coli 
 
Also, you didn’t put the genes in a duet vector, and you didn’t pursue the exonuclease. Can you 
instead describe what you actually aimed to do? 
 
You should name the proteins accurately, as their source organisms are important. T5 
Exonuclease. Phusion DNA polymerase. Taq DNA ligase. 
 



 
(original paper link here) should be fixed 
Again call the enzymes by their proper full names. There is a reason those enzymes are used. 
 
… of DNA fragments, and no specific restriction sites are needed. 
 

 
 
Preparation before performing Gibson Assembly reaction 
 
Primer Design:  
 
“Also, an effective amount of 60 bp primers might be more effective due to the more targeted 
approach by the enzymes” I don’t know what that is supposed to mean. Are you trying to 
describe the efficiency of the reaction due to the size of the overlap? “Classic” cloning relied on 
the sticky ends created by restriction sites, which normally provide 4 bp overhang. Gibson 
Assembly improves this by providing a much larger overhang, where we generally design 
primers so a 20-30 bp overhang can be generated. 
 
“Once a preferred primer design has been achieved” This language is odd. You should mention 
that your DNA fragments need to be prepared through restriction digest or PCR amplification 
using primers that generate compatible ends, which create these 20-30 bp overhang. 
  
Check the purity and concentration of the PCR amplification and/or restriction digest. If the 
product is found to be impure, perform a gel purification to remove impurities. 
 
Undergoing the Gibson Assembly Reaction: for this part, I would stay consistent with your verb 
tense “chews back … incorporates nucleotides… joining the annealed DNA” and I would 
remove the colons, and instead say something like “T5 exonuclease, which chews back…” 
 

 
The appropriate amount of DNA, when combining 2-3 fragments in a Gibson Assembly reaction, 
is 0.02 – 0.5 pmol of total DNA. Cloning efficiency is best when 50 -100 ng of vector is used, 
with 2-3 equivalents of insert in a 20 µl reaction. 
 



Please incubate samples at 50 ºC and -20 ºC, not 500C and -200C. Also, you shouldn’t mention 
how to store DNA. Only mention that the assembly should be complete after 15 min. 
 

 
Same edits here as we talked about yesterday during your talk. E. coli and “Using Gibson 
Assembly to make enzymes for Gibson Assembly” Use the exact organism names. 
 
… mass production of human insulin. 
 
 
 
 
 
Your “Team” page has some of the text overlapping on your bio page 
 
 

 
This year’s Interlab … 2016 Interlab Study [1]. (your reference at the bottom of the page needs 
a 1) in front of it. I would change it to this: 
 

1) Beal J, Haddock-Angelli T, Gershater M, de Mora K, Lizarazo M, Hollenhorst J, Rettbug R, iGEM 
Interlab Study Contributers. (2016) Correction: Reproducibility of Fluorescent Expression from 
Engineered Biological Constructs in E. coli. PLoS ONE 11(3): e0150182. pmid:26937966 

 



 
 
… the fluorescein measurements at 50 µM and 25 µM were omitted. 
 
… data points at 50 µM and 25 µM. 


