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Keeping a lab notebook 

 Leave first few pages as your table of contents 

 Start a new page for each day you are in lab 

 Label top of page with DATE & HEADING 

o Heading is a descriptive title of what you plan to do 

 Write down hypotheses and protocols before, observations during, and be as detailed as 

possible 

o Experiments don’t always go the way they’re planned. Writing down observations 

during the length of an experiment will help explain unexpected phenomena or 

troubleshoot in the future 

 

Lab safety certification 

 

Complete the safety certification that's required to work in our lab as soon as possible. There are 

a series of slides on lab safety with quizzes following.  

 

Link 1 below has instructions on what you need to do to login. Essentially, you will need to click 

Link 2 which takes you directly to the page where you can complete your training certificate 

through the compliance profile. Link 3 takes you to the Wash U EHS page with the different 

levels of certification.  

 

At the end, you will need to print your safety certificate out and bring it to me in lab.  
 

1. http://ehs.wustl.edu/resources/EHS%20Documents/Breeze_login_instructions.pdf 

 

2. http://complianceprofile.wustl.edu/ 

Refer to this link for instructions on how to use 

link http://complianceprofile.wustl.edu/UserInstructions.pdf 

 

 

3. http://ehs.wustl.edu/training/Pages/default.aspx 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

https://bioexchange8.wustl.edu/owa/redir.aspx?C=84bc07b2eba848869d95bc1eb085ad01&URL=http%3a%2f%2fehs.wustl.edu%2fresources%2fEHS%2520Documents%2fBreeze_login_instructions.pdf
https://bioexchange8.wustl.edu/owa/redir.aspx?C=84bc07b2eba848869d95bc1eb085ad01&URL=http%3a%2f%2fcomplianceprofile.wustl.edu%2f
https://bioexchange8.wustl.edu/owa/redir.aspx?C=84bc07b2eba848869d95bc1eb085ad01&URL=http%3a%2f%2fcomplianceprofile.wustl.edu%2fUserInstructions.pdf
https://bioexchange8.wustl.edu/owa/redir.aspx?C=84bc07b2eba848869d95bc1eb085ad01&URL=http%3a%2f%2fehs.wustl.edu%2ftraining%2fPages%2fdefault.aspx
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Collecting and counting spores in a hemacytometer 

 

1. Sterilize collecting loop 

2. Dip in 1x KK2 so you see the loop has liquid in its center 

3. Collect sori of fruiting bodies by running loop over tops of fruiting bodies 

4. Suspend in 200μL 1x KK2 in a 1.5mL Eppendorf tube 

5. Make a necessary dilution (use 100x dilution this time [10μL of spores and 990 μL 

KK2]) 

6. Clean chamber of hemacytometer and cover slip with Kimwipe 

7. Add 10μL of 100x diluted spores to the hemacytometer  

8. Place the chamber in a microscope under 10x objective 

a. Hemacytometer is composed of 9 major squares, and the count from each of the 

major squares is equal to 10
4
 spores/mL 

b. An optimal count for these major squares is 100-300 spores 

9. Count spores in major square 

10. Use formula   

                                      
            

  
 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 Hemacytometer Diagram 
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Plating spores 

*Always do this in LAMINAR FLOW HOOD! 

 

From previous formula, say you counted 100 spores in a major square from the 100x dilution. 

This would be 1x10
8
 spores/mL in the original dilution. 

 

If you want to plate 2x10
5
 spores on a plate, you would do the following… 

 Change original concentration from 1x10
8
 to 1,000x10

5
 (i.e. make exponents the same!) 

 

 

                

    
 

            

    
 

 

 

            

                  
Another way to do the calculation… 
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Streaking bacteria onto plate 

 

 
 Sterilize loop & cool by stabbing gently into agar 

 Pick one colony of bacteria from original plate 

1. Spread like the RED area 

2. Spread like the PINK area 

3. Sterilize loop/cool & make a zigzag pattern like GREEN line 

4. Sterilize loop/cool & make zigzag pattern like BLUE line 

5. Sterilize loop/cool & make zigzag pattern like PURPLE line 

 

 

Starting liquid culture of Klebsiella bacteria 

What you need: 

 Sterile flask 

 Agar plates 

 Eppendorf tube 

 Pipetman & Sterile tips 

 LB Broth 

 Automatic pipettor & Pasteur pipette 

1. Add 1 mL LB to 1.5mL Eppendorf tube 

2. Add 20 mL LB to sterile 125mL Erlenmeyer Flask w/ automatic pipettor & 25mL Pasteur 

pipette 

3. Sterilize loop & gently touch to agar plate to cool 

4. Pick up single colony of bacteria 

5. Swirl loop in 1mL LB to dislodge bacteria 

6.  Close tube & vortex 
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7. Use 1mL Pasteur pipette w/ automatic pipettor to transfer vortexed bacteria to Erlenmeyer 

8A. Incubate at room temperature if not needed in 24 hrs 

8B. Incubate in 37°C incubator overnight if needed next day 

 

 Discard after 1 week by adding 20% bleach (located at sinks) to bacteria and wait 20 

mins  

 Wash flask w/ cleaning brush  

 

To plate the spores you collected & counted: 
What you need: 

 Agar plates 

 Pipetman & pipette tips 

 Liquid culture of food bacteria 

 Glass spreader & beaker of 95% EtOH 

1. Dry agar plate approx. 10-15 min in laminar flow hood with lid off 

2. Label plate with DATE, CLONE NAME, and YOUR INITIALS 

 

*You ideally want 2x10
5
 spores/200μL food bacteria per agar plate* 

 

3. Add 200 μL KA to labeled Eppendorf tube 

4. Add 2x10
5
 spores to the prepared tube 

5. Vortex briefly  

6. Add to center of agar plate 

7. Spread with sterilized glass spreading rod 

 

Washing Procedures  

 Rinse bottles/flasks well with warm water and THEN rinse again with deionized water 

 Don’t use soap to wash lab items 

 Use brush to scrub bottles 

o ESPECIALLY IF YOU MAKE AGAR PLATES 

Trash Sorting 

 Things that go in autoclave bins 

o Anything that touches bacteria or Dicty 

 Media plates (taped together) 

 Pipette tips 

 Pasteur pipettes 

 

 Things that go in Landfill 

o General items that have NOT touched bacteria or Dicty 
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Websites to check out 

 

1. http://strassmannandquellerlab.wordpress.com/ 

2. http://dictybase.org/ 

  

 

Sterile Technique 

 Sterilizing glass spreaders 

1. Dip sterilizing rod in 95% EtOH 

2. Quickly pass through Bunsen burner flame  

 Don’t leave in flame too long or spreader will melt… 

 

 

 Opening sterile flasks 

 Put lip of open flasks up to Bunsen burner after taking lid off 

o Creates convection current outwards to prevent dust from falling in 

 

 

 

 

 

http://strassmannandquellerlab.wordpress.com/
http://dictybase.org/

