



COURSE TITLE
ASEPTIC TECHNIQUE

You are likely to be working with human pathogens or recombinant DNA in this laboratory.  It is essential that proper aseptic techniques be used to avoid infection of yourself, others in the laboratory, or the unintentional release of material from this laboratory.  

1.
BEFORE WORKING

· Wash your hands

· Remove all unnecessary items from the lab bench

· Wear lab coats and goggles at all times in lab.
· Disinfect your area

2.
WHILE WORKING

· Avoid talking, coughing, sneezing, while cultures are open

· Work near a flame

· Do not sniff the cultures

· Gloves are required for BSL-2 Organisms (human pathogens)

3.
STERILIZING LOOPS AND NEEDLES

· Flame metal portion from handle to tip so that entire loop/needle is red hot, then allow to cool briefly (5-10 sec).

4.
STERILIZING FORCEPS

· Dip forceps in alcohol, and then pass the forceps through and out of flame allowing alcohol to burn off.  

· Do not hold forceps in flame.  

· Hold forceps with tips pointed slightly downward to prevent burning alcohol from running down the forceps and onto your hand.

5.
PIPETTES

· Lay pipette cans on the bench with the open end extending slightly over the edge of the bench.

· Touch only one pipette at a time. 

6.
AFTER WORKING

· Disinfect your area

· Remove lab coat and leave it in the lab (DO NOT TAKE IT WITH YOU).

· Wash your hands.  

7 
OTHER INFO

· Do NOT leave lab with out washing hands

· Do NOT remove pathogens from lab

· NO food, gum or drink in lab

· NO Sandals (open toed shoes)

· Turn cell phones OFF
GRAM STAIN

1.
Clean slide and flame the side to be used.

2.
Divide the slide to be used into separate areas for several samples.

3.
Apply samples including control organisms:

· From a broth, transfer several loopfuls to designated area and spread.

· From colonies, transfer a small amount of cell paste to the slide, then add water with the 

loop and mix.

4.
Let samples air-dry.

5.
Heat fix by quickly passing slide through flame three times. 

6.
Allow slides to air dry.

7.
Cover samples with crystal violet and let stand for 1 min.  Do not allow samples 

to dry out.

8.
Rinse with water.

9.
Cover samples with gram’s iodine and let stand for 1 min.  Do not allow samples to dry 

out.

10.
Rinse with water.

11.
Decolorize by rinsing the samples with ethanol until no more crystal violet runs freely 

from the samples.  DO NOT DECOLORIZE FOR MORE THAN 10 SECONDS.

Decolorize drop by drop, making sure to decolorize the entire slide evenly  Do this by 

tilting slide so that the ethanol runs the length of the slide uniformly.

12.
Rinse with water.

13.
Cover samples with safranin and let stand for 1 min.  Do not allow samples to dry 

out.

14.
Rinse with water.

15.
Blot dry.

Standard Microbiology Laboratory Procedures

Discards:

1. All used glassware is placed in the large metal bins.  Test tubes go in the wire baskets in the metal bins.  Unless instructed otherwise, do not return used microbial cultures to the instructor’s bench, but discard them in the large metal bins, also.  Keep the caps on the test tubes and flasks.  Remove all markings from the glassware with the alcohol and towels provided.

2. All plastic Petri dishes, plastic test tubes, and any other disposable items are placed in the biohazard cans.  Place any paper towels contaminated with cultures in these cans, also.  Discard cans are either blue or white and have a biohazard bag lining them.

3. Serological pipettes are discarded in the large pipette jars filled with disinfectant that are located on each bench.

4. Pasteur pipettes, plastic pipette tips, microscope slides, and any other small disposable items are placed in the small biohazard bags located on each bench.

5. Your instructor will dispose of any broken glass.  Broken glass and damp towels used to pick it up are placed in the gray, biohazard bag-lined, broken glass bin.

6. Only uncontaminated (and unbroken) items are placed in the regular trash bags.

7. Do not leave cultures in refrigerators or incubators when they are no longer required for your class work.  Dispose of cultures properly and promptly.

Labeling Glassware and Cultures:

1. Every item placed in an incubator or refrigerator must be labeled with your name, the date and the contents.  Any materials not marked properly will be discarded.  Special permission and labeling is needed for cultures left on benches.

2. Label Petri dishes in a small area on the bottom near the edge of the dish to avoid obscuring the view of the cultures.

3. Do not label test tubes on the frosted or white glass area.  Do not label the plastic caps on test tubes.  Mark glassware on the clear glass area.

Care of the Microscope

1. Use both hands to carry the microscope.  Keep the instrument upright; oculars sometimes fall out of an inverted microscope.

2. Use lens paper to clean all exposed glass in the optical and illumination systems of your microscope before and after each use.  Remove all immersion oil.  Wipe any fingerprints or mascara off the lens.

3. Never remove parts of the microscope without the prior approval of your instructor.

4. Never use the coarse-adjustment knob to decrease the space between the objective lens and your specimen while looking through the instrument.  You might accidentally grind the lens and the slide together.  Instead, watch the procedure from the side of the microscope.  By watching as you turn the coarse-adjustment knob, you can prevent abrasive contact between the lens and the slide.

5. When you are finished with your microscope, remove the slide, maximize the distance between the lens and the stage, clean all surfaces, clean the lenses with lens paper (be sure to remove all oil), put the lowest power objective in the observation position, center the mechanical stage, and wrap the electrical cord around the base.  Cover the microscope and return it to the designated space.

Microscope Use

1. Microscopes are available for student use during the hours from 8:30 a.m. to 4:30 p.m. Monday through Friday when there is not other lab in session.

2. Report any problems with the microscopes to your instructor or to media room personnel.  Do not try to repair the scope yourself.

3. When you are finished using a scope, remove the slide, clean the lenses with dry lens paper (be careful not to transfer oil to the other lenses, and do not scratch the lenses by rubbing dirt into them), maximize the distance between the lens and the stage, wrap the cord around the base of the scope, and return the scope to its proper cabinet space.  

4. Always carry the scope using both hands.  Your instructor will give you directions in the proper care of the microscopes.  If you have any questions, your instructor or the media room staff will be glad to assist you.

5. Alcohol and lens paper is available to sanitize the eye pieces of the scope.  Use them only where your eye will bake contact with the scope.

Supplies

1. Return all supplies, e.g. chemicals and stains, as soon as you have finished using them.  Stains belong in the black wooden boxes.  Some reagents belong in the refrigerator while others belong at room temperature on the side benches or on the instructor’s bench.  Some equipment must be shared, and it is especially important that it be returned promptly and correctly when you are done with it.

2. Distilled water bottles are located on every bench.  There is a distilled water faucet at the instructor’s bench where bottles can be refilled as needed.

3. Gram stain refill kits are located near the sink.

4. If you have trouble finding anything that you need or if supplies run low, please inform you instructor of the media room staff.

5. Wipe pipettes with gauze + ethanol after each use  (bleach if using bacillus to kill spores)

Accidents

1. In case of a small fire (e.g. in an alcohol beaker), put the fire out by smother it or using the fire extinguisher.  Do no try to move the fire to the sink.

2. Cover any spilled culture generously with disinfectant and paper towels and report the accident to you instructor.

3. Report any reagent spill to you instructor.

4. Report any accidents involving personal injury to your instructor immediately.


