Instructions
Bacterial Analysis

Materials

4 X tubes of phenol red broth (9 ml)


5 X nutrient agar plate


4  X   membrane filters, 4

4 X  M-coli broth a

4 x  60 mm dish

Serial dilution of sample

In order to reduce the number of microbes to a countable number we need to prepare serial dilutions. These dilutions will then be plated on both nutrient agar plate and membrane filters incubated on M-Coli Blue Media. This media will help identify and differentiate coli form present in the samples.

1. Label the 3 tubes, 1 - 4
2. Take 1 ml of water sample and add to tube 1  and mix appropriately
3. Take 1 ml of media from tube 1 and add to tube 2 and mix

4. Take 1 ml of media from tube 2 and add to tube 3 and mix

5. Take 1 ml of media from tube 3 and add to tube 4 and mix.

Plating nutrient agar (NA) plates 
1. Label your nutrient agar plates 1 – 5.

2. Take 100 ul of your sample (collected sample) and inoculate the nutrient plate labeled 1. 
3. Take 100 ul of the diluted sample labeled 1 and inoculate the NA plate labeled 2.

4. Take 100 ul of the diluted sample labeled 2 and inoculate the NA plate labeled 3.

5. Take 100 ul of the diluted sample labeled 3 and inoculate the NA plate labeled 4. 

6. These are ready for incubation.

Membrane filtering of sample
1. Label your 60 mm dishes 1 – 4
2. Add an absorbent pad in each of these dishes.

3. Add the m-ColiBlue24 to each pad. Avoid pouring too much and causing a runoff of the media. 

4. Take 1 ml of your sample (collected sample) and add to the filtering apparatus. Be sure the membrane is in place. The instructor will assist with this step. Filter until the membrane is dry. Remove the membrane and place it on the pad in the 60 mm dish 
5. Take 1 ml of your diluted sample labeled 1 and repeat 4 above.
6. Take 1 ml of your diluted sample labeled 2 and repeat 4 above

7. Take 1 ml of your diluted sample labeled 3 and repeat 4 above

8. These are ready for incubating.

9. Incubate the phenol red tubes. 

