Procedure: 

B.1 :Gram Stain: 


See p 16 of manual, using Bacillus as gram positive control


Cultures have to be no more than 24-48 hrs old from NA plate streak plate of unknown. Choose one colony from the recent streak marking the underside of the plate with a marker.

1) A smear was prepared by taking a clean glass slide (after wiping down with Kimwipe dipped in alcohol to remove any grease) and labeling one end ‘Praiz’ and the other ‘Ba’ confirm with Alan’s notes what the control was!!!!!!!!!! Two small drops of water were then applied to each end. 

2) Using flame sterilized loop, extacted loopful of bacteria from the agar plates of ‘Praiz’ and the control which were plated the previous day and swirl the bacteria in their respective drops of water. Spreading out the water droplets until spread out to the diameter of a quarter.

3) The smears were allowed to air dry for about an hour.

4) The slide was then taken to the sink and the primary stain crystal violet was poured onto the slide and left for approximately 45 seconds.

5) While holding the slide at an angle which allows the crystal violet to drain off, rinse the slide with ‘distilled’ water to remove excess stain.

6) The slide was then placed on a rack and covered with Gram’s Iodine and allowed to stand for approximately 45 seconds.

7) The iodine was then drained and the slide rinsed with water.

8) The smear was then de-colourised by covering the slide in 95% ethyl alcohol for 5 seconds.

9) After that, the slide again was held at an angle allowing the smear to decolourise for a few more seconds until adding drops of water until no more purple ran off the slide.

10) Without any delay rinse whatever alcohol is left with water.

11) Counterstain for 20 seconds.

12) Then rinse with water, drain, blot dry and allow to air dry.

13) Examine the slide under the microscope, only use oil immersion lens when the slide is completely dry.

B.2:  Preparing your inoculum for Biolog:

1) A TSA plate was streaked with my unknown 24 hrs before the next lab day in which the Biolog plate.

B.3: Cell Shape, Motility ( as seen from Pseudomonas F plate) and Presence/ Type of Flagella

1) Cell shape was determined by from the Grain stain slide, though it may have been a good idea to use the phase contrast microscope I just said Fuck it.

2) Motiliy was unfortunately not determined using a freash 24 hr old living culture since both the ‘hang drop’ and suspension techniques failed.

Oxidase test: 

1) A piece of filter paper was cut in half, on one side of the hemisphere a loopful of PaI was transferred and at the other end a loopful of ‘Praiz’ was transferred.

2) 50 (L of Oxidase reagent was added to each sample using a 200( L pipette. 

3) If the sample area turns blue-violet/purple in 10 to 30 seconds then the organism contains cytocrhorme c if it takes longer than 30 seconds the bacterium is then considered oxidase negative  this is a result.. don’t put it procedure. 

4) Without touching the filter test areas, dispose of it.

Endospore Stain:

1) A smear of a known spore-former Bacillus on one end of a slide and at the other end a smear of the unkown plated Jan 25 was used Use older culture about 72 hours old.

2) Heat fix the smears by taking the slide smears side up and passing it over a Bunsen flame for 1 second and repeat 3 times until slide is warm but not hot.

3) Under a fumehood drop some Malachite green over the slide

4) Place the slide on a rack over a boiling pot of water where the water level is no more than 2 –4 cm below the slide.

5) Once the slide starts to steam the smear is immediately covered with a paper towel to keep the smear from going dry and to keep it saturated.

6) After 5 minutes the slide was removed from the bath and the slide was rinsed with ‘distilled’ water for about 30 seconds.

7) Using aqueous safarin for about 45 seconds to counterstain.

8) Blot the slide dry using bibulous and then placed a coverslip onto the slide to then observe the slide under 40x power and then oil immersion to observe the cells under the microscope.

Catalase test: 


1)

