Transformation of E.coli with pGLO plasmid

Material required:

Microcentrifuge tubes,

Ice bucket filled with crushed ice

Micropipettors (P-10, P-200, P-1000)

Sterile loops
Heat block set at 42°C

Transformation Solution (50mM CaCl2 solution) 
Recovery Media - LB Broth
E.coli culture
1 LB plate (LB)
2 LB+ Ampicillin (LB/Amp)
1 LB+Amp + Arabinose (LB/Amp/Ara)
Procedure:

1. Take 2 microcentrifuge tubes and label them “+ pGLO” and “- pGLO” (this tube will act as a control because it will not be exposed to the plasmid; therefore, it will NOT take up the gene).

2. Add 250 µL of ice cold transformation solution into each tube, and place the tubes on ice.  This treatment stresses the bacterium, rendering its cell membrane and cell wall permeable to the plasmid. This process will make the recipient E.coli "competent" to uptake the plasmid.
3. Pick one colony of E.coli from the culture plate with a sterile loop and mix it into the “+ pGLO” tube.  Be sure that all of inoculums come off of the inoculating loop. Repeat for the “- pGLO” tube with another sterile loop. Place them on ice.  Then, using new loop immerse in pGLO plasmid tube and draw one loopfool of plasmid and mix into “+pGLO” tube.  Mix them well and keep them on ice for 10 mins.  Do not add anything in the “–pGLO” tube. 
4. Place both the tubes from the ice container into the heat block at 42oC for 50 sec.  The transfer from ice to the water bath should be immediate.  This step is called the “Heat-Shock” step, and it will maximize the uptake of the plasmid through the wall and membrane of the cells.  While incubating the tubes in the heat block, be sure that the tube bottoms are pushed down all the way into the block. 
5. After 50 sec., place these tubes immediately on ice for 2 min.

6. At room temperature, pipette 250 µL of recovery media to the both tubes, mix gently, and leave at room temperature on your bench for 10 mins.

7. Transfer 100 µL of the “+pGLO” labeled tube content to the LB, LB/Amp, and LB/Amp/Ara.  Gently spread the content over the media surface in the plate with the help of a sterile loop.  Use a different sterile loop for each plate.  Repeat with the “-pGLO” tube
8. After 30 min., invert these plates and incubate at 37°C for 24hrs.

9. After incubation, observe these plates under UV light. 
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