
8/10/18 iGEM Meeting



Updates

● Did another Gibson Assembly of pADS088 backbone and LuxR
● Successfully transformed iGEM Comp. Cells with this assembled plasmid
● Ordered new iPCR primers to isolate the lead promoter (PbrAP) and pLux
● Did our first liquid culture and miniprep
● Sent DNA from transformed cells to sequencing to verify the Gibson Assembly
● Got sponsored by BioBasic
● Ordered pipette tips, Phusion PCR mix, Gibson master mix, scale on the way



Chromium Promoter and pADS088 backbone 

Lane 4, 10: 1 kb ladder

Lane 5: pADS088 backbone

- 1700 bp

Lane 6-9: Chromium promoter

- 160 bp
- Bottom row = primers
- Top row = primer dimers / the promoter

- Next step: Use 500 bp ladder?
- Suggestions?  
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Assembled pADS088 backbone and LuxR gene

- Transformation protocol:
- 40 μl cells, 10 μl assembled Gibson 

DNA, 50 μl SOC, plated 80 μl
- Liquid culture, Mini-prepped, sent to 

sequencing yesterday



(sent into sequencing)



Next Week:

● iPCR Primers, new iGEM DNA will arrive Monday

● Finally complete InterLab

● Run an iPCR to achieve pLux promoter in pADS094 backbone

○ If successful, we will now (hopefully) have both plasmids to complete Step 2 (pLux/LuxR system 

in 88/94 plasmids). See if this two-plasmid system will produce sfGFP in vitro.

● Run an iPCR to achieve Lead promoter (PbrAP) in pADS094 backbone
● Gibson assemble/Use iPCR to achieve: 

○ Chromium promoter (ChrP) in pADS094 backbone
○ Chromium repressor (ChrR) in pADS088 backbone (GFP output)
○ Lead repressor (PbrR) in pADS088 backbone (GFP output)
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* Will not be replacing the sfGFP output with colorimetric 
output just yet
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Next Steps Cont.



Budget


