7  SEQ CHAPTER \h \r 1GROWTH CURVES
In this lab each table will work as a group. It is important that you are organized and responsible, for you will be taking samples over a 6 hr period. You will collect data to generate a growth curve. Most of the materials needed can be found at the front table. The instructor will either provide a culture labeled GROWTH CURVE CULTURE, or you will use the organism that you isolated in lab 3. Since the lab is not open on weekends, you must plan on doing this lab on M-F.

Materials
1 bottle of 50 ml of TSB

1 tube of TSB (if using isolated organism)

pipets

spec 20 cuvettes

Procedure
1.
If you are using one of your isolated organisms, 24 hours before you plan to do this experiment, inoculate a tube of broth with your organism.

2.
Incubate this tube for 24 hrs at 37o C.

3.
Obtain a bottle containing 50 ml of broth.

4.
Remove 3. 0 ml of  broth to a spec 20 cuvette. This will be your blank for calibrating (or zeroing) the machine. See lab 2 for details on calibrating the spec 20.

5.
After vortexing your culture remove 3.0 ml (either provided by instructor or grown by you) and add this to the bottle of broth.

6.
Swirl the bottle a few seconds, then remove 3.0 ml to a separate spec 20 cuvette. Place your culture bottle in the 37o C incubator. Record the absorbance of this sample.  Then dump this sample in the bacterial morgue.  DO NOT RETURN IT to the bottle.

7.
You must then take additional samples for reading in the spec 20 twice an hour for six hours. Always return the bottle to the 37o C incubator before reading the cuvette in the spec 20.

8.
Record the data on the data sheet, then use Microsoft Excel to generate a growth curve for the organism.  Be sure to follow the instructions given about graphs on page 40.

9.
Estimate the doubling time from your graph. To do so, assume that a doubling of absorbance represents a doubling of organisms.  Remember there is only one phase of growth that allows accurate estimation of doubling time.  Be sure to use that region of your graph.

RESULTS

Place these in your lab manual:

Organism source________

	clock time
	experimental time in minutes
	absorbance

	
	
	

	
	
	

	
	
	

	
	
	

	
	
	

	
	
	

	
	
	

	
	
	

	
	
	

	
	
	

	
	
	

	
	
	

	
	
	


Answer these in your discussion:

Estimated doubling time from the graph____________

  1.
Does your graph show log phase, stationary phase and death phase?  If it is missing any of these phases give a reasonable explanation for the missing phase.
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