Student Halobacterium Lab Investigation

Student Halobacterium Lab Investigation


Possible Materials (not a complete list)
	Safety Equipment
	Materials per Group
	Equipment per Group
	Class Equipment

	Gloves
	Distilled water
	Spectrophotometer
	Shaker Incubator

	Goggles
	Growth Medium (GM)
	Cuvettes 
	Microcentrifuge

	Apron
	Live Halobacterium culture
	Rack for cuvettes/Falcon tubes
	Microcentrifuge Tubes

	
	Falcon Tubes
	Kim wipes
	

	
	
	Beral pipet 
	

	
	
	P250 micropipet w/tips

P1000 micropipet w/tips
	

	
	
	beakers
	

	
	
	Falcon Tubes, 17x100 mm 
	

	
	
	Sharpie marker
	


General Lab Hints:

· Soap kills Halo!!  Anything you use in this lab that is not new MUST be rinsed with water to be sure all soap residue is removed.
· Leave plenty of room in your falcon tubes.  Your total volume of sample in each tube should be NO MORE than ½ the tube.
· Use 1mL of Halo bacteria per 5mL of nutrient solution in each sample.  This ratio of bacteria to solution is important.
· Add Halo to sample LAST.  This will cut down on contamination of solutions.  Be sure to use clean equipment & tips to avoid cross contamination.
· Be careful with supplies – they are not unlimited.  Be careful not to waste supplies.
· Clean cuvettes are a must for good, consistent data – make sure they are well rinsed and wiped.
Sample Centrifuge Protocol:

1. Using a beral pipet, transfer 1.5 mL from your sample to an empty microcentrifuge tube.  You can use the markings on the pipet to first draw out 1 mL, then 0.5 mL.  

2. Snap the lid tightly closed.

3. Use a permanent marker to label the outside of your microcentrifuge tube with your group name, the sample number and the sample type.

4. Repeat this for each of your samples.

5. Take your samples to the microcentrifuge.  Symmetrically place tubes inside a centrifuge so they balance each other out, otherwise the centrifuge may break.

6. Close the lid and turn the centrifuge on for 15 minutes.

7. Remove your tubes from the microcentrifuge and locate the cells (pellet) at the bottom of the tube.  Without agitating the cells, use a beral pipet to remove the liquid above the cells.  

Sample Spec Protocol:

1. Gently agitate and pour each sample from the Falcon tube into a clean, empty cuvette. 

2. Measure the cell density of each sample using the spectrophotometer. 

a. Set spectrophotometer reading to absorbance 

b. Set the wavelength to 600 nm.  

c. Use Kim wipes when handling cuvettes. IMPORTANT – rinse cuvettes with DI Water if needed to get off smudges/salt.
d. To zero spectrophotometer insert provided blank (blank will be the exact solution you used for that sample – minus the Halo), press blank button and wait for zero to appear.

e. Insert cuvette with sample, record absorbance reading.

f. Repeat steps a – d for each sample.  (Run blank before each sample.) 

3. Record Absorbance value for each sample in your data table (units are OD (optical Density)). The first time you take this data, these numbers are the beginning optical density.  

a. If your numbers are not nearly identical, describe possible reasons why in your results section of  lab notebook. 

4. RETURN CUVETTE SAMPLE TO FALCON TUBE - DO NOT DISCARD.
5. Clean up your lab space and equipment. 

a. Do NOT USE SOAP when cleaning equipment.  

b. Rinse cuvettes thoroughly three times with hot tap water. 

c. Rinse one more time with deionized water.

d. Return equipment to proper locations designated by the teacher.


