	
	
	
	GFP Lab – Transformation and Purification
	Minutes

	
	
	
	LB Plates (3 Days Prior to Lab)
	

	
	Teacher
	
	Prepare LB only, LB/amp, and LB/amp/ara plates (good for 30 days)
	60

	
	
	
	
	

	
	
	
	Bacterial culture (1-2 Days Prior to Lab)
	

	1
	Student
	1.1
	Rehydrate bacteria and streak plates
	45

	
	Student
	1.2
	Prepare pGLO plasmid
	15

	
	
	
	
	60

	
	
	
	Transformation – Day 1
	

	2
	Student
	2.1
	Label tubes and add transformation solution; place on ice
	5

	
	Student
	2.2
	Add colony to tube, add pGLO, incubate on ice (10 min)
	20

	
	Student
	2.3
	Label plates, heat shock (50 sec), incubate on ice (2 min)
	5

	
	Student
	2.4
	Add LB nutrient broth, incubate at RT (10 min)
	15

	
	Student
	2.5
	Spread broth on plates (4 plates), place in 37(C incubator overnight
	15

	
	
	
	
	60

	
	
	
	Grow bacterial colonies – Day 2
	

	3
	Student
	3.1
	Observe plates with UV light
	15

	
	Student
	3.2
	Select colonies, inoculate tubes containing LB/amp/ara and LB/amp
	15

	
	Student
	3.3
	Shake, lay horizontally, incubate at 32(C for 2 days
	5

	
	
	
	
	35

	
	
	
	Lyse bacteria – Day 4
	

	4
	Student
	4.1
	Transfer media, centrifuge (5 min)
	10

	
	Student
	4.2
	Resuspend and add lysate, freeze overnight
	10

	
	
	
	
	20

	
	
	
	Prepare chromatography columns, protein supernatant – Day 5
	

	5
	Student
	5.1
	Thaw tubes and centrifuge (10 min)
	20

	
	Student
	5.2
	Prepare chromatography column; save for next day
	10

	
	Student
	5.3
	Transfer supernatant to new tubes; add binding buffer; save for next day
	10

	
	
	
	
	50

	
	
	
	Protein purification – Day 6
	

	6
	Student
	6.1
	Drain binding buffer in column into collection tube 1
	10

	
	Student
	6.2
	Add “+” supernatant to column; allow to drain into collection tube 1
	10

	
	Student
	6.3
	Transfer column to collection tube 2; add wash solution to column; drain
	10

	
	Student
	6.4
	Transfer column to collection tube 3; add TE buffer to column; drain
	10

	
	Student
	6.5
	Examine the 3 collection tubes with visible and UV light
	20

	
	
	
	
	60

	
	
	
	
	


