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Wednesday, May 25, 2022
To Do:
1. Set up lab notebook
2. Set up meeting with Kathryn and Dr. Bertin
3. Pour LB plates
4. Edit DDA protocol 
[bookmark: _Toc76628950][bookmark: _Toc104466391]Disc Diffusion Assay – Staph Edited 5/27/22
1. Pour fresh LB plates day before DDA to have more consistent results
2. Resuspend cells (half of a loopful) for the strain being tested in about 400 µL of LB media. Measure the OD600. 
a. Put 950 ul of MHB into cuvette and then 50 ul of the bacteria
3. Aim for a final OD600 of 0.05/.1. Dilute the appropriate amount of culture in a 50 mL conical or serially dilute in 1.5ml tubes that contains LB media to get required OD600, for a final volume of 1 mL. [Use C1V1=C2V2] Repeat steps 1 and 2 for a separate strain if necessary. 
4. Add 100 µL each of S. aureus cells at OD600 0.05/.1 to 3 LB agar plates and spread with a spreader. Repeat this a second time with new plates if testing another strain. Allow plates to dry.
5. Using sterile tweezers, add sterile filter paper discs to a sterile plate and then add 20 µL water and antibiotic to respective discs. Allow these discs to dry for 20 minutes.
6. Using sterile tweezers, transfer discs from sterile plate to LB agar plates that have been spread with S. aureus so that there is a water disc and antibiotic disc on each LB agar plate and gently press them into plate without breaking the agar. 
7. Place into incubator and take note when (may need 24 or 48 hours – need to determine)
8. Image and analyze plates 

Results and Data:
Struck out S. aureus from Hannah’s stock on LB plate, the first plate was from the fridge and incubated at 12:12pm, while the second plate was made 45 minutes prior to incubating and dried, then incubated at 3:01 pm. 

Notes from meeting:
DDA with compound laurenobiolide and staph aureus, plan for optimization of S. aureus concentration plating in triplicate
	.005, .05, .1
100ul per lawn, check after 24 and 48 hours for growth and monitor set up conditions
Take antibiotic that works on Staph – DDA with positive control
Make own glycerol stock, own single use aliquots, make LB plates, optimize growth on plate to establish for DDA
LB agar, use serological pipet, 24mL per plate
Staph can streak to single colony overnight *future reference
Thursday, May 26, 2022
To Do:
1. Edit DDA protocol 
2. Make glycerol stocks
3. Single use aliquots 
4. Staph optimization
5. Register for BBM

[bookmark: _Toc76628938][bookmark: _Toc104466392]Single Use Aliquots 
1. 1. Prepare 300uL of MHB in a 1.50mL tube 
a. Prepare 9 labeled sterile tubes per strain
2. Take at least half of a thickly spread plate using a sterile loop and add cells to the MHB tube
3. Resuspend until there are no clumps in the MHB 
4. Add 500uL more of MHB
5. Add 200ul of 75% glycerol to the 800uL mix by pipetting  
6. Aliquot 100uL per 1.5mL tube, freeze at -80 C, 

[bookmark: _Toc104466393][bookmark: _Hlk528761488]Making Glycerol Stocks Protocol 

7. Make 3 cryovials for each strain (permanent stocks), label! 
8. Prepare 2.4mL of MHB in a 50mL conical (adjust if you are also making single use stocks) 
9. Take at least half of a thickly spread plate and add cells to the MHB tube
10. Resuspend until there are no clumps in the MHB 
11. Add 600ul of 75% glycerol to the 2.4mL mix by pipetting  
12. Aliquot 1mL per cryovial, freeze at -80  
13. For single use stocks follow the same protocol but pipet 50ul of solution to tubes 

Results and Data:
9 am; Made aliquots of MHB and 75% glycerol from original stocks for own use
Made single use aliquots of S. aureus, labeled as SA in -80C Box 2 in 9A. Scraped up about half a plate because the original tube holding bacteria appeared very dense with cells, not sure if it would have held more. Have another thickly spread plate in incubator for glycerol stocks 
12 pm; prepared for optimization, resuspended one loopful of SA into 400ul of LB media from plate that was in incubator, less than half a plate allowed for very high ODs – tubes had to be diluted further. Originally 1:20 dilution showed .881 OD, needed to redo into a 1:20 dilution and showed .471 OD. Needed to dilute to .005, .05, and .1 concentrations and plate in triplicate.
Additional math/notes in physical lab notebook, C1V1=C2V2, needed to increase final volume to 1ml as 400ul was too small to dilute to. Serial dilution of 1:10 regarding 100 and 900 ul each for the .05 and .1 concentrations, and made 1:100 for the .005 concentration. 26.5 ul from 1:100 into the 973.5ul in .005 tube, 26.5 ul from 1:10 into the 973.5ul in .05 tube, and 53 ul from 1:10 into the 973.5ul in .1 tube. Plated with beads in triplicate and placed in incubator around 1:35pm. 
Made glycerol stocks of SA and placed in own -80C box, labeled SA113. 

Friday, May 27, 2022
To Do:
1. Edit DDA protocol 
2. Read literature on laurenobiolide
3. Image SA lawns

Results and Data:
Upon coming into the lab, took a brief look at the SA lawns – one from each concentration replicate. I was able to take them out of the incubator later, around 12pm to image and add to the Staph Optimization folder. At that point the plates were in the incubator for approximately 22-23 hours, close to 24. The plan for next Tuesday is to redo the plating and spread with a glass spreader compared to beads. Looking through the images, .005 seems too low of a concentration to use as a lawn as it seemed a little patchy, however .05 and .1 seem fairly indistinguishable from each other. Spreading the lawns with a glass spreader will give a better visual on which concentration to use. 
Edited Disc Diffusion Protocol to make more sense in the context of using LB media/agar and S. aureus. 
While waiting for lawns to be incubated for ~24 hrs, read literature on laurenobiolide from URI Digital Commons to familiarize myself with the compound. 
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