Module 4, Lab 4:  BIOL 3310 Lab activities and exercises.
MICROBIAL TESTING.
START of LAB:
· Decontaminate your bench with 70% ethanol, 
· Wash your hands
· Listen to overview and complete activities
	Supplies Per student.
· One Tryptic soy broth.
· One Phenol dextrose fermentation tube
· Sterile swabs
· 5 mm filter paper disc

	Shared with bench partner.
· TSA plate
· Crystal violet
· Forceps
· Larger filter paper in petri dish
· Marker pens
· Ethanol
· Deionized water bottle (D.I.)
· Heated Bactcinerator 
· Biohazard disposal bag
· Black sharpie marker
· Tube rack


  
1. Diffusion on solid medium.
Dye is carried by a solvent through the filter paper which models how soluble molecules such as antibiotics can diffuse through agar.

· WITH A PARTNER:
· Obtain a filter paper lined petri dish
· Using a marker pen draw a 5 mm diameter spot.
· Slowly drop ethanol onto the spot using a transfer pipette.
· Observe as the alcohol diffuses quickly away from the dye.
· As more drops are added the dye dissolves and begins to also diffuse along with the solvent.

2. Diffusion from filter paper disc into agar.
A reagent on a filter disk dissolves in the water of the agar medium and diffuses through it.
· Work aseptically with a partner
· Label the bottom of the TSA plate with your group number and bench
· Divide the plate in half
· Each take a filter paper disc and place it in the lid of the petri dish
· Saturate it with a drop of crystal violet
· Mop up excess stain with a tissue 
· Use forceps to place the disc on one half of the agar
· Gently tap the disc into placeFilter discs

· Place in the 37oC incubator 
· Observe every 15 mins throughout the lab


3. Fermentation tubes.
Carbohydrate fermentation tubes are an example of differential media.  Phenol red dextrose is used to determine the ability of an organism to metabolize the dextrose via a fermentation pathway which produces acid and/or gaseous waste products.
· You are provided with a culture tube of Phenol red dextrose (PRD) media and a tube of tryptic soy broth (TSB control for growth).
· Observe both tubes and note the Durham tube.
· The Durham tube is a small inverted test tube which will retain any gaseous products of a positive fermentation reaction utilizing the carbohydrate in the medium.
· Using a cotton tipped applicator to inoculate both broths.
· Label your tubes.
· Wet the applicator with D.I. water.
· Swab the sole of a shoe to obtain a bacterial environmental sample.
· Aseptically inoculate the PRD broth and TSB.
· Incubate the tubes in the tube rack at on the bench at room temperature 25oC.
· Cultures will be observed after 24-48 h incubation and results photographed.
· Results:
·  A yellow color change indicates the production of acid and demonstrates that the organism grown can ferment dextrose.  
· A bubble of gas may also be present in the top of the Durham tube which would indicate that the fermentation reaction also produced a gas.  
· NOT ALL organisms can metabolize all carbohydrates via fermentation pathways.  
· The organisms which do perform fermentation may yield different products.  
· [bookmark: _GoBack]Thus, differential tests allow assist in identification of an organism. 

END of LAB:
· Decontaminate your bench with 70% ethanol, 
· Wash your hands
· Collect an assignment and exit the lab.

