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12/08 

Take reference form paper (A Synthetic Recombinase-Based Feedback Loop Results in Robust Expression) 

 pTF13 plasmid contains BxB1 and TP901 integrase with ColE1 ORI 
  

pTF4 plasmid contains GFP with p15A ORI 
 

(Open Loop) (SIZE: 6500bp) 

 pTF4 plasmid contains GFP and Excisionase with p15A ORI (Closed Loop) (SIZE:7300bp) 
 

"Double" transformation will be done. The two plasmids contain different antibiotic resistances so that 
only the cell colonies with both transformed colonies can be screened from the rest at once. 
 
Lab Procedures performed: 

1. The plasmids had already been innoculated and Plasmid isolation was done using hiPurA Kit. 
2. After the isolation, a gel was run to check if the plasmids had been isolated. 
3. A digest(10 ul) was set up of the plasmids, using SpeI Enzyme to check the length of the plasmids 

(Because p15A ORI Contains SpeI site) 
4. 20 LA plates(10 with Amp antibiotic and 10 without antibiotic) and 300 ml LB was prepared. 
5. Another gel was run with the digested plasmids. 

 
13/08 

1. Performed plasmid isolation of Sn-RIFFL-Bxb1; TN-RIFFL-TP901; SN-RIFFL-TP901 and pLTL-
sfGFP-ssRA  using Qiagen kit because HipurA solution 1 was finished. 

2. The plasmids obtained were not correct, therefore we will try the plasmid isolation again in the 
next meeting. 

3. Confirmed the pTF4 AND pTF4-Xis plasmids by running their EcoR1 digest on gel with length of 
6.5kb and 7.3kb respectively. 

4. Streaking of pTF4 and pTF4-Xis done. 
 
17/08 

1. Performed  digestion of Sn-RIFFL-Bxb1; TN-RIFFL-TP901; SN-RIFFL-TP901 and pLTL-sfGFP-ssRA  . 
2. Gel electrophoresis done for plasmids and digested plasmid. 

 



 

 

 
 
 
18/08 

1. SN-RIFFL-TP901 (Size: 4598 bp) 
2. pLTL - sfGFP (Size: 3771 bp) 
3. TN_RIFFL_TP901 (Size: 3832 bp) 
4. SN_RIFFL_BxB1 (Size: 3901 bp) 
5. pLTL_mKate2 (Size: 3697 bp) 

Transformations Performed of the following Parts: 
 pTF13 + pTF4 (Amp + CAT) - (using 1ul DNA each) 
 pTFB + pTF4_Xis (Amp + CAT) - (using 1ul DNA each) 
 TN_RIFFL_TP901 (Amp) - (using 2ul DNA) 
 SN_RIFFL_BxB1 (Amp) - (using 2ul DNA) 
 pLTL_mKate2 (Amp) - (using 2ul DNA) 

LA Plates Prepared: 
 10 plates which are Ampicillin resistant 
 10 plates which are Chloramphenicol resistant 

All the parts will finally be transferred to PSB1C3(after successful plasmid isolation and digestion) as per 
the requirements of iGEM. 

6. Recombinase based iFFL designs discussed as shown below. 



 

 

Terminology: 
SN – Second Node 
TN – Third Node 
 

 

 

 

 

 

 

 

 

19/08 

Results of previous day transformations: 

Colonies of all parts except pTF13 + pTF4_Xis were obtained. 

Lab procedures performed: 

1. Performed colony PCR of TN-RIFFL TP901 & SN-RIFFL BxB1 and gel was run for the same. 

2. Innoculated DH5alpha(obtained from RNA-2), pTF13+pTF4, TN-RIFFL TP901 , SN-RIFFL BxB1 , pLTL-
mKate-2 . 

 

 
 



 

 

20/08 

Results of previous day inoculation: 
Growth of DH5alpha (obtained from RNA-2), TN-RIFFL TP901, SN-RIFFL BxB1, pLTL-mKate-2 could be 
seen. LB Tube inoculated with pTF13+pTFR4 colony had no growth, so it is possible that the 
pTF13+pTFR4 plate had contamination instead of colonies. 
Lab Procedures performed: 

1. Plasmid Isolation and digestion (with EcoR1) of TN-RIFFL TP901, SN-RIFFL BxB1, pLTL-mKate-2. 
2. Gel electrophoresis done for above digested parts. Plasmids of TN-RIFFL TP901(3.8kbp), SN-RIFFL 

BxB1(3.9kbp), pLTL-mKate-2 (3.7kbp) were confirmed. 
 

 
 

The second gel was run for 20 minutes more than the first one in order to distinguish the DNA 
sequences better. 
 
28/08 
1. Double digests performed for mKate2, SN-Tp901, SN-Bxb1, pSB1C3 and pLTL sfGFP. 
 
 

 


