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  Bacteria Lab

Needed:






# Of Students___________

_____   Sterile loops

_____   Sterile swabs

_____   Bacteria slants 2 kinds of bacteria: 

Gram (+) bacteria ______________________

Gram (-) bacteria  ______________________

_____   Broth tubes for culture

_____   Forceps

_____ 37°C Incubation oven

_____ Gloves (Sm, Med & Lg)

_____   Antibiotic discs 2 or 3 kinds 1 disc per plate



_____________,  ______________,  ______________

_____ Biohazard Autoclave bag

_____ LB Agar _____g/litre ddH2O needed

_____ Sharpie Marker 

_____ Small Rulers

_____ LB/Agar Plates each pair of students get 2 plates

One for Gram (+) bacteria & one for Gram (-) bacteria

_____ Calculator
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Methods


Prep:

LB Agar: 40g/litre ddH2O -heat in microwave or on heater/stir plate until clear.  Pour into plates when LB agar has slightly cooled to < 70°C.  can be stored in fridge for a few days until used.

Note: LB agar will begin to set if you let get <40°C.

Lab Day 1:

Remove all books and belongings from working surface.

Clean work surface.

Put on gloves.

Label bottom of agar plates with: Initials, group and type of bacteria to be cultured.  

Label broth tubes one (+) and one (-) 

(note: a sharpie pen works well for labeling)

Students transfer loop full of gram (+) bacteria into (+) LB broth tube and transfer to agar plate with sterile swab.  Make sure to spread bacteria evenly over agar surface.  Repeat for (-) culture.

Using forceps carefully remove one antibiotic pellet from holder and place on the agar surface of each plate.  Repeat for each type of bacteria used.  Tap each pellet lightly after placing on agar surface.

Place plates agar-side up into incubation oven set at 37°C and incubate overnight.

Clean Lab benches with appropriate bactericidal cleaner.

Dispose of all contaminated swabs, gloves.. etc into:

 biohazard autoclave bag for autoclaving or treat with a solution of bleach or 70% ETOH.
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Lab Day 2:                   [image: image4.jpg]



Put on gloves.

Remove plates from incubator oven and place on work surface.

Use ruler to measure diameter of “zone of inhibition” around antibiotic pellet.

Record measurements (in millimeters) and any observations in your lab notebook.
Bacteria 1_________________

Bacteria 2 ____________________

Antibiotic used: 



Antibiotic used:

__________              _____________

__________              _____________

 Class Data mm

_______ 
          ________              _______ 
          ________
_______ 
          ________             _______ 
          ________
_______ 
          ________             _______ 
          ________
_______ 
          ________             _______ 
          ________
_______ 
          ________              _______ 
          ________
_______ 
          ________              _______ 
          ________
_______ 
          ________              _______ 
          ________
_______ 
          ________              _______ 
          ________
 
_______ 
          ________               _______ 
          ________
_______ 
          ________               _______ 
          ________
_______ 
          ________               _______ 
          ________
 _______ 
          ________                _______ 
          ________
Mean  _______ 
          ________                _______ 
          ________
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 Based on your data, if you are a doctor, which antibiotic would you use on a patient with an E. coli infection ____________________ or a Staph infection? ___________________.

What changes would you make if you had to re-do this lab? 

Clean Lab benches with appropriate bactericidal cleaner.

Dispose of all contaminated plates, gloves.. etc into biohazard autoclave bag.
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Escherichia coli: E. coli is a Gram negative bacterium commonly found in the lower intestine of warm-blooded organisms, or endotherms. Most E. coli strains are harmless, but some, such as serotype O157:H7, can cause serious food poisoning in humans and are occasionally responsible for costly product recalls. The harmless strains are part of the normal flora of the gut and can benefit their hosts by producing vitamin K or by preventing the establishment of pathogenic bacteria within the intestine. 
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  Staphylococcus epidermidis:   S. epidermidis is a Gram-positive coccus, which appears as grape-like clusters when viewed under a microscope. It is a very hardy organism that is part of the skin flora and is also found in the nose. Although S. epidermidis is usually non-pathogenic, patients with a compromised immune system are often at risk for developing an infection.
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