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Preparation 
1. Digest strain 284 w/ XbaI & PstI, followed by heat inactivation and gel extraction of the RFP fragment (1kb). Nanodrop. This is the insert.
2. Digest strain 326 w. SpeI & PstI, followed by heat inactivation and column purification. Nanodrop. This is the vector.
Day 1
1. Wipe down lab benches with 70% ethanol.
2. Pipette 5uL of the insert into an empty MF tube.
3. Pipette 3uL of the vector into the MF tube.
4. Pipette 1uL of 10X Ligase Buffer.
5. Pipette 0.5uL of Ligase.
6. Pipette 0.5uL of MilliQ Water.
7. Incubate at room temperature overnight.
Day 2
1. Wipe down lab benches with 70% ethanol and perform following steps aseptically.
2. Aliquot 100uL of DH5alpha into an empty MF tube.
3. Pipette 10uL of ligation product into the MF tube.
4. Incubate on ice for 10min.
5. Heat shock for 45s at 42C
6. Incubate on ice for 5min.
7. Add 700uL of LB to MF tube.
8. Incubate at 37C for 1hr.
9. Remove from incubator and centrifuge at 13K RPM for 2min.
10. Decant supernatant.
11. Pipette 100uL of new LB to the pellet and resuspend.
12. Pour onto LB agar plate (appropriate antibiotic for this plasmid is Km)
13. Plate using ethanol-sterilized hockey stick. 
14. Air-dry for 5 mintues.
15. Seal edges of plates with parafilm.
16. Incubate at 37C overnight.
Day 3
1. Wipe down lab benches with 70% ethanol.
2. Using an inoculation stick, scoop up one colony and place in 20uL of Cell Lysis Solution (in MF tube).
3. Vortex and sit the tube in a heat bath at 90C for 20minutes.
4. Vortex again, and centrifuge at 13K RPM for 2minutes.
5. Add 11uL of MilliQ to empty MF tube. 
6. Add 2uL of supernatant from the centrifuged MF tubes.
7. Add 1.5uL of 10X Tango Buffer
8. Add 0.5uL of PstI.
9. Incubate at 37C for 25minutes.
10. Remove from incubator and pipette the 1uL of the sample with 4uL of dH2O and 1uL of ^X Loading Dye.
11. Run on gel and image under UV. 


