BIOTECH Project Resource Center Loan Checklist

Teacher: 






Date loaned: 



School: 







# groups: 




students/classes:






Independent:










Materials for Bacterial Transformation/Regulation lab (students work in groups of 4):

	Number
	Item
	Returned?

	1
	hot water bath with lid and thermometer
	

	1/group
	tube of DNA labeled GFP
	

	1/group
	E. coli on dry ice
	

	1 
	incubator with thermometer 
	

	8
	ice bowls
	

	1
	floating tube trays
	

	1/group
	LB agar plates
	

	1/group
	LB agar + ampicillin plates
	

	1/group
	LB agar + ampicillin + arabinose plates 
	

	1/group
	LB Broth 
	

	8
	20 l micropipette (or p20)
	

	1 box
	sterile tips
	

	
	ice chest with ice
	

	1/group
	transfer pipet (or p200 or p1000)
	

	1/group
	sterile cotton swab or inoculation loops
	

	8
	UV lights
	

	8
	Sharpie pens
	

	1
	biohazard bag
	


When you are reloading the bins, please check off each item in the 'Returned?' column as a double-check that all those little pieces of equipment get packed.  Thanks!  

If you have questions about experiments or materials, please feel free to contact the BIOTECH Project at:

Daryn Stover



 

dastover@arizona.edu





(520) 626-4664







Have fun!
Recipes

ampicillin:

Stock solution is 100 mg/ml.  To make a stock solution 2000 mg (2 grams) to 20 ml of water.  Pass though a 02 m filter to sterilize the solution into 1.5 ml Eppendorf and store at -20°C.

Arabinose:

Stock solution of arabinose is 25% solution---add 12.5grams to 50 ml of water. Pass though a 02 m filter to sterilize the solution and store at 4°C.  

LB Agar Plates:

Dilute 32 grams of LB Agar to one liter with water and autoclave 25 minutes at 121°C on liquid cycle.  For autoclaving greater quantities of solutions, add 5 minutes per liter of solution to the autoclave time.  One liter will pour 40 large and 80-100 small plates.  For 20 large plates, make 500 ml of LB agar (use 16 grams of solid mixture).    The LB agar mixture can be melted in the microwave as an alternative to autoclaving.  This process does not sterilize the agar, and the plates should be used within a few days.   Plates can be stored at 4°C.  

LB Agar plates with ampicillin (Amp) and arabinose:

To select for bacteria that have been transformed the antibiotic Amp must be present in the media.  The gene that produces protein that makes the bacteria "glow" is on an inducible promoter.  The promoter is turned on with a sugar called arabinose.  In order to see the "glow" arabinose must be present in the media.  Both Amp and arabinose are heat sensitive and cannot be added before melting the LB Agar.   The melted LB Agar should cool to about 50-60°C before adding the Amp and arabinose.  My test for this is can I touch the flask without yelping in pain.   Then add 1 l of the 100 mg/ml Amp per 1 ml of LB Agar---this will give you a final concentration of 100 g/ml Amp in your plate.  For example:  If you have 500 ml of LB Agar that you want to make LB Agar with Amp, you will want to add 500 l of Amp.  The Arabinose is at a concentration that you want to add 2 ml of Arabinose / 250 ml of LB Agar.  For example:  In your 500 ml LB Agar from above you will want to add 4 ml of Arabinose.  Then swirl the mix and immediately pour those plates.  Don't pick up the phone if it rings, if you do your media will be solid when you get back.  

	ml of LB Agar
	l of Ampicillin =(ml)
	ml of Arabinose to add

	100 ml
	100l = (.1 ml)
	0.8 ml

	250 ml
	250 l = (.25 ml)
	2 ml

	500 ml
	500 l = (.5 ml)
	4 ml

	1000 ml = 1 liter
	1000 l = (1 ml)
	8 ml


